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Evolutionary Aspects for the Neuroendocrine Immune Network in
Ageing

RAINER H. STRAUB

Laboratory of Neuroendocrinoimmunology, Dept. of Internal Medicine I, University Hospital,
93042 Regensburg, Germany

ABSTRACT

In this chapter we shortly mention two important evolutionary aspects for ageing of the neuroen-
docrine-immune network:
1) In the literature, typical age-related alterations of single cells and cellular substructures are

often described. Such alterations are extremely important for single cell longevity. In multi-
cellular organisms, when two or more cells have different properties (for example in Volvox
Carteri), ageing of one cell type can be accompanied by ageing of another cell type because
secreted vital products of one cell type are not supplied to the other. This situation is even
more complicated in organisms with many different organs which are connected by supersys-
tems such as the nervous system, the immune system, and the endocrine system. Age-related
changes of these interconnecting supersystems may now lead to global ageing of the entire
body. During evolution, complex organisms appeared where age-related changes of one
supersystem are accompanied by ageing of another supersystem or an organ system.

2) Advantageous mechanisms for healthy ageing and longevity are not evolutionary conserved
because most aged beings, albeit healthy, can not reproduce themselves so that possible posi-
tive genes are not retained in the offspring. Thus, natural selection has limited the opportunity
to exert a direct influence over the ageing process. In addition, genes which may be beneficial
in the early period of life including the reproductive phase may be deleterious in the elderly.

These facets demonstrate that it is necessary to understand the ageing process (of the neuroendo-
crine-immune network) in order to consider seriously the evolutionary aspects of ageing.

1. AGEING OF ONE SUPERSYSTEM AFFECTS AGEING OF ANOTHER SUPER-
SYSTEM

During phylogenesis and ontogenesis, a single cell was the origin of complex organisms. From
the perspective of a single cell, ageing will obviously depend on the cell's capacity to manage
oxidative damage, non-enzymatic glycosylation, mitochondrial mutations, defects in cell cycle
control, mitotic dysregulation, genome instability, telomere shortening, and other chromosomal
pathologies. Thus, research often focuses on single cells with intracellular DNA-fugal and
DNA-pedal signaling cascades. However, during evolution single cells started to form networks
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of specialized cell types such as, for example, in the Volvox Carteri with somatic cells and germ
cells [1]. The somatic cells, similar to most cells of our body, are bound to die whereas germ
cells create a new Volvox and, thus, survive. Under consideration of multicellular organisms,
extracellular interactions by means of paracrine factors such as cytokines, hormones and others
became important. An ageing cell may have influenced a cell in the neighborhood by means of
secreted soluble factors. The distant cell may have sensed this information and may have reacted
with another set of secreted mediators. In such a situation, ageing of one single cell in the tissue
can lead to age-related processes in the entire tissue.

During evolution, the situation became more complex when specific tissue appeared leading
to the development of organs. Organs moved away from each other to build relatively independ-
ent sections in a body. When distant organs developed, new supersystems became necessary in
order to connect these distant regions. Important supersystems are vessels for blood or lymph
(humoral pathway) and nerves (neuronal pathway, often called "hard-wiring"). With respect
to the neuronal pathway, we distinguish between efferent and afferent pathways knowing that
afferent sensory nerves can secrete neurotransmitters at nerve endings in the periphery (this is
an efferent function). In inflamed tissue, for example, local cells produce mediators which can
appear in the circulation or which can stimulate sensory nerves in order to announce the local
problem to distant sites. The distant site, for example the brain, reacts by stimulating the hypoth-
alamic-pituitary-adrenal (HPA) axis or the hypothalamus - autonomic nervous system axis
[2-6]. In a very similar way, age-related changes of one organ, due to age-dependent changes
of a group of single cells within the organ, are announced to distant sites in the body. Thus,
multiple interactions of distant organs appear during ageing and may contribute to the overall
ageing process in a non-linear dynamic way [7]. For example, ageing of the adrenal glands leads
to a dramatically reduced secretion of dehydroepiandrosterone sulfate (DHEAS) [8,9]. This
hormone is converted to downstream androgens and estrogens in peripheral cells [10], which is
the most important source of sex hormones during the ageing process when gonadal glands have
undergone gradual involution [11]. Sex hormones are important for bone homeostasis. Thus,
ageing of the adrenal and gonadal glands with a loss of DHEAS and other sex hormones support
osteoporosis in the elderly. This example demonstrates that ageing of one part of the endocrine
supersystem is accompanied by ageing of another organ system.

2. ADVANTAGEOUS MECHANISMS FOR AGEING AND LONGEVITY ARE NOT
EVOLUTIONARILY CONSERVED

The reproductive phase of human subjects is the period during which women and men normally
cohabit and get children. From the view point of homo habilis, who lived 2 million years ago,
the reproductive period lasts normally from 12 to 25 years of age. Under consideration of this
short reproductive phase, advantageous mechanisms for ageing and longevity were not evolu-
tionarily conserved because possible advantageous genes for senescence were not retained in the
offspring. On the other hand, many deleterious genes, which are responsible for diseases in the
elderly, can accumulate over generations with little or no safety tests. In addition, genes which
may be beneficial in the early period of life including the reproductive phase may be deleterious
in the elderly. We can generalize that no reaction of the body is specifically conserved to support
healthy ageing. Natural selection has limited the opportunity to exert a direct influence over the
process of ageing [12].
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3. PREVIEW FOR THIS BOOK

In this book, we will distinguish three supersystems which integrate the different reactions in
the body to maintain general homeostasis. Supersystems transmit signals from one area of the
body to an other area of the body. The immune system, the nervous system, and the endocrine
system are supersystems. These supersystems integrate many reactions which were evolutionar-
ily conserved for transient non-life threatening inflammatory events (defense), energy supply,
reproduction, and others.

In three different sections, examples for ageing of the three supersystems are given. In chapter
V, ageing phenomena of one supersystem are linked to ageing processes of another supersystem.
In chapter VI, ageing of the neuroendocrine immune network is linked to chronic inflammation
and inflammatory conditions: It becomes more and more obvious that chronic inflammation
leads to an accelerated ageing process. In the final chapter, we try to integrate all aspects to give
possible recommendations for new anti-ageing strategies.
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lmmunosenescence

RAFAEL SOLANA1 and GRAHAM PAWELEC2

' Department of Immunology, Faculty of Medicine, "Reina Sofia" University Hospital, Cor-
doba, Spain; 2University of Tubingen, Center for Medical Research, Tubingen, Germany

ABSTRACT

The term immunosenescence refers to the age-associated decline of the immune system that
may contribute to the increased incidence and severity of infectious diseases and possibly
certain cancers in the elderly. It is clearly established that aged individuals have a decreased
or negligible thymic output, which contributes to age-associated immunodeficiency, although
lifetime's accumulated exposure to infectious agents, autoantigens and cancer antigens may also
induce T cell replicative senescence and clonal exhaustion. Furthermore different studies over
the last years have associated changes in one or other immunological parameter with longev-
ity, although it is still difficult to control for nutritional and psychological factors in the groups
studied. Longitudinal studies have established that significantly lower numbers of CD4(+) and
CD8(+)CD28(+) cells, and larger numbers of CD8(+)CD28(-) apoptosis-resistant cells, as well
as inverted CD4/8 ratios, are characteristic of the elderly compared to the healthy middle-aged.
Clustering these with certain other parameters has led to the emergence of the concept of an
"immunological risk phenotype" (IRP) as a tool to predict incipient mortality in the very elderly.
In this chapter we will review the main cellular and molecular aspects of the immune system that
contribute to T cell immunosenescence and their possible influence in age-associated clinically
relevant situations.

1. INTRODUCTION

Average life expectancy throughout developed countries has rapidly increased during the last
decades and geriatric infectious diseases have become an increasingly important issue [1,2].
It is clearly established that infections in the elderly are not only more frequent but also more
severe. Cumulative evidence suggests that the reasons for increased susceptibility include
immunosenescence. This term refers to the age-associated decline of the immune system (for a
comprehensive review see [3]), particularly the T cell compartment, that may contribute to the
increased incidence and severity of infectious diseases and possibly certain cancers in the eld-
erly. Moreover, immunosenescence may be the cause of infection but infection can also be the
cause of immunosenescence. Thus, in young individuals, chronic exposure to antigens, as occurs
in chronic infections, HIV infection and also in autoimmune diseases and cancer, may lead to T
cell clonal exhaustion reflecting the inability of T cell clones to divide indefinitely.

It is clearly established that aged individuals have a decreased or negligible thymic output,

9



10

which contributes to age-associated immunodeficiency. However, recent studies have demon-
strated that naive cells also undergo a process of postmitotic senescence, and that a lifetime's
accumulated exposure to infectious agents, autoantigens and cancer antigens may induce T cell
replicative senescence and subsequent clonal exhaustion caused by antigen-stimulated prolifera-
tive stress, that may also contribute to age-associated immunodeficiency [4].

Here we will review the main cellular and molecular aspects of the immune system that con-
tribute to T cell immunosenescence.

2. THE EFFECT OF AGEING ON THYMOPOIESIS

It has been known for a long time that although the thymus is extremely active during the fetal
and perinatal periods, thymic function declines in an age-dependent manner, starting shortly
after birth. This could be related to alterations in early stages of hematopoiesis, affecting the
number and function of lymphoid-committed precursor cells in the bone marrow and/or to
altered thymic differentiation.

Although basal hematopoiesis is maintained through age, cumulative evidences in humans
indicates that ageing is associated with lower numbers of progenitor cells, decreased prolifera-
tive activity, and reduced capacity to produce colony-stimulating factors. In particular, ageing
is associated with reduced numbers of lymphoid-committed hematopoietic progenitor cells [5].
Similarly, de Haan et al. [6] showed that ageing significantly alters hematopoiesis in mice, as
ageing is associated with reduced proliferative activity and a compensatory increase in stem cell
number. These changes are strain-dependent and relate both to the mean strain longevity and to
the individual age of the mouse.

Furthermore, although hematopoietic stem cells express functionally-active telomerase [7]
there is a decrease in the length of the telomeric repeats in hematopoietic stem cells from adult
bone marrow compared to fetal liver-derived or umbilical cord-derived stem cells [8]. Telomere
length of peripheral blood leukocytes, including naive T lymphocytes, also decreases with age
in different species studied supporting the notion that telomerase may not be able to completely
maintain telomere length in ageing stem cells.

One of the reasons that the numbers of peripheral naive T cells decrease with age is thymic
involution, a process in which the volume of the thymic area where active thymopoiesis occurs
decreases and is replaced gradually by fat tissue with a subsequent marked reduction in output of
mature naive T lymphocytes. Nonetheless, work over the past decade has shown that the involut-
ing thymus can retain a certain degree of function in adults even at an advanced age, and that this
is different in different individuals. One study of thymic samples from donors from one week
to 50 years old showed an early decrease of cellularity although the adult thymus still contained
thymocytes with similar surface phenotypes to those seen in young donors [9]. In addition,
Jamieson et al. [10] have shown that the TCR families that are present in immature and mature
thymocytes of adults are as diverse as those that are present in fetal thymocytes, indicating that
ageing does not significantly affect TCR rearrangement activity required to generate functional
thymocytes. These data clearly indicate that the thymus can be active in adults for at least 60
years.

A new assay based on the detection and quantitation of the excised TCRdelta DNA locus
from within the TCRalpha chain genes can be used to estimate the presence of newly-generated
alpha beta(+) T cells. These TCR-rearrangement excision circles (TREC) are present at higher
levels in naive T cells than in memory T cell populations, are not duplicated during division and
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diluted out within the total peripheral alpha/beta(+) T cell pool with advancing age, therefore
permitting the assessment of thymic output [11] (on the asumption that T cells cannot be gener-
ated elsewhere than in the thymus). The analysis of TREC in CD4 and CD8 cells from donors
of different ages revealed decreases in their numbers from birth to 80 years of age. Nevertheless,
high levels of TRECs can also be found in the thymocytes of some elderly individuals, showing
that old thymi can still generate functional T cells with actively rearranged TCR genes [12]. The
number of TRECs correlated with the number of "naive" T cells [13] in children and adults.
The use of a mathematical model to quantify age-dependent changes both in the number of
recent thymic emigrants (RTE) generated per day and in TREC concentration during an 80-year
lifespan demonstrate that RTE and peripheral T cell division have the same potential to affect
TREC concentration at any age in healthy people, also showing that, during ageing, thymic invo-
lution primarily induces an age-dependent decline in TREC concentrations within both CD4(+)
and CD8(+) T cell populations [14]. Another study has demonstrated a striking unequal content
of TRECs in two different subsets of naive Th cells, indicating different peripheral proliferative
histories. Whereas TRECs are highly enriched in peripheral naive CD45RA(+) Th cells coex-
pressing CD31, they can hardly be detected in peripheral naive CD45RA(+) Th cells lacking
CD31 expression. These CD31 (-) CD45RA(+) Th cells, distinguished from CD45RA(+) effec-
tor-memory cells on the basis of their expression of other surface molecules such as CD62L,
represent the main compartment of the naive peripheral Th cell pool during ageing [15].

Recent studies in mice also showed that TREC levels decline in ageing mice with significant
mouse strain-dependent differences [16]. The absolute number of thymocytes and the number of
molecules of TREC per thymocyte dramatically decreased with age. However, while the TRECs
in peripheral CD8 spleen cells fell with age they remained constant in the CD4 subset [17].
Furthermore, TREC analysis has permitted the assessment of the efficacy of IL-7 as an agent to
reverse thymic atrophy. Although treatment of old mice with IL-7 did not produce changes in the
total number of alpha beta(+) T cells in the peripheral T cell pool, it altered the component sub-
sets. Mice treated with IL-7 showed increases in the number of TREC-positive T cells indicating
improved thymic output, and splenic T cells from IL-7-treated mice performed significantly
better in in vitro functional assays compared to controls [18-20]. These results further indicate
the essential role of IL-7 produced by stromal cells in T-cell development and thymopoiesis,
supporting the survival of early T-cell progenitors, and also controlling the differentiation of T
cells in the thymus.

3. SENESCENCE OF NAIVE T CELLS

After T cells have been generated in the thymus, they are released to the periphery to maintain
T cell homeostasis. These so-called "naive" cells remain in the periphery until stimulated by
cognate antigen. However, naive T cells require survival signals and slowly undergo replication.
Whether this process may ever result in replicative senescence is unknown. Although many
age-associated changes in T cell phenotype and function can be explained by the process of
replicative senescence (see below), the possiblitity that "non-replicative" senescence also occurs
in T lymphocytes from the aged cannot be discarded. Thus, the effect of ageing on naive CD4+
cells from mice transgenic for a TCR recognizing pigeon cytochrome c that have not been in
contact with the antigen revealed that although these cells maintain a naive phenotype rather
than acquiring a prototypical aged memory phenotype, they are decreased in number and have a
decreased antigen responsiveness [21]. Thus, naive CD4 cells from aged mice expanded poorly,
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produced low levels of IL-2, and, although they generated highly polarized effector populations
that secreted high levels of cytokines, when these aged effector populations were transferred to
adoptive hosts, they generated poorly functioning memory cells [22]. These results suggest that
intrinsic changes occur with ageing that do not depend on encounter with antigen but reflect
senescence processes not associated with vigorous replication

4. SIGNAL TRANSDUCTION IN AGED T LYMPHOCYTES

Because antigen processing and presentation capacity is essentially intact or even enhanced in
most systems investigated in the elderly [23], problems arising in T cell activation may reside in
the T cell's signal transduction apparatus. A high proportion of T cells from the elderly has been
reported to exhibit multiple defects early in the signal transduction pathway, such as reduced
enzymatic activity of tyrosine kinases Fyn and Lck, leading to a reduction in the generation of
phospholipase Cgamma-1 and a decreased formation of second messengers such as IP3 and dia-
cylglycerol; the alternative Ras-MAPK-ERK protein kinase activation pathway is also compro-
mised during ageing (for review see [24]). Furthermore, defects in cytoskeletal reorganization
triggered by initial contact between TCR and peptide-bearing APC have been shown [25]. This
defect precedes, and presumably contributes to, defective activation of protein kinase-mediated
signals in the activation of T cells from the aged. However, in interpreting experimental data in
this respect, we must be careful to distinguish between the effects of age and the differences in
signal transduction pathways applying in different subpopulations of T cells, the relative abun-
dance of which may be different in samples from people of different ages, nutritional and health
status.

5. AGE-ASSOCIATED ALTERATIONS OF ALPHA/BETA T LYMPHOCYTES

The first of these considerations, namely age-associated alterations in relative abundance of T
cell subsets, is well-known to apply in humans, where the composition of the T cell compart-
ment changes during ageing. It is probably as a result not only of the decreased thymic output but
also of repeated antigen exposure, clonal expansion, and accumulation of memory and effector
T cells, as well as health status. Although there may be a slight reduction in overall numbers of
mature peripheral CD3+ T cells with age, several studies of very healthy elderly donors, includ-
ing centenarians, show that the absolute number of lymphocytes is maintained within tightly
defined limits irrespective of age [26]. Reports of decreased overall numbers of CD3 cells may
have been due to examining populations with underlying disease, as reviewed in [27]. However,
analysis of lymphocyte subsets from humans and mice shows that ageing is associated with an
increase in the number of T cells with a phenotype of memory or effector T cells, which may
compensate for the reduction seen in naive T cell numbers produced by the thymus.

Analysis of the effect of ageing on mature T cells clearly demonstrates that they are also sub-
ject to ageing processes. Thus, T cells that undergo repeated proliferation cycles in response to
intermittent clonal expansion for effective immune responses, or in response to chronic stimu-
lation, are affected by "replicative senescence". This may also be consequent to extrathymic
homeostatic proliferation of memory T cells required to replace naive T cells whose numbers
decline with thymic atrophy, in order to maintain absolute lymphocyte numbers. Furthermore,
long-lived, quiescent T cells are affected by "post-mitotic senescence". Thus both types of
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senescent T cells will be found associated to ageing.
The analysis of T cell subsets in elderly individuals clearly reveals an increase in the propor-

tion T cells expressing the CD45RO marker of many memory cells, and a decrease in the propor-
tion of T cells expressing the CD45RA marker. Furthermore there is a decrease in the number
of CD62L+ T consistent with a decreased number of naive cells. The analysis of other markers
such as CD95, mainly expressed on cells that have been stimulated by antigen, or the increased
expression of CD60 on memory cells has helped to demonstrate the presence of an increased
proportion of memory T cells in the elderly. In particular the analysis of naive-memory pheno-
types within the CD8 subpopulation of T lymphocytes reveals a very marked shift to the memory
phenotype. True naive CD8+ T cells as assessed by TREC analysis have recently been charac-
terised as being CD45RO(-),CD103(+), CD1 la(dim), CD95(dim), CD27(+) and CD62L+ [28].
According to these criteria, mostCD8 cells from elderly individuals are memory cells as the vast
majority of them strongly express CD95 [29].

The expression of CD28 on T lymphocytes also decreases with age. CD28 is perhaps the
closest to a biomarker of ageing found for human lymphocytes. Both in vivo and in vitro, the
proportion of CD28(+) cells decreases with age. Particularly the CD8 subset shows progres-
sively decreasing CD28 expression with age [29,30]. CD28 is an important costimulatory
molecule, so cells lacking CD28 may be refractory to optimal activation. However, the fraction
of CD8(+)CD28(-) cells in centenarians is higher than in the 70-90 year-old population [31],
despite commonly retained functional integrity of overall immunity, so the biological relevance
of these findings remains questionable. Telomere lengths in the CD28-negative cells are lower
than in the CD28+ cells from the same donors, clearly suggesting that they have had a longer
proliferative history [32]. They may accumulate because of dysregulated apoptosis [33] ie. they
are abnormally resistant to clonal deletion but cannot proliferate or function optimally. This type
of proliferative senescence may therefore be responsible for the commonly observed accumula-
tion of CD28-negative oligoclonal populations in elderly people [34]. This potential problem is
not limited to CD8 cells, because CD4 T cells, almost all of which are CD28(+) in young adults,
also show an increasing CD28-negative fraction in the elderly, albeit not so marked [31].

Furthermore, several markers originally described on NK cells including the MFJC specific
inhibitory or activating receptors [35] may also be expressed on CD8+ T cells, in particular in
those cells that do not express CD28. The expression of these markers is increased in T cells
from elderly donors probably as a consequence of the expansion of CD8(+)CD28(-) cytotoxic
effector cells [36,37]. Whether they are relevant to the ageing process is not yet clear, but in other
contexts of chronic antigenic stimulation such as HIV infection [38,39], rheumatoid arthritis
[40,41 ] or antitumor immune responses [42] they may play very important roles either inhibiting
or activating T cells.

The recent application of tetramer technology, where fluorescently-labelled soluble complexes
of MHC molecules and specific peptide epitopes can be used to directly identify antigen-specific
T cells ex vivo, has provided a critical insight into changes in the T cell repertoire during ageing.
It has been known for many years that elderly people (and mice) show oligoclonal expansions
of T cells, particularly CD8 cells [34]. However, until recently, the reason for this expansion and
specificity of these cells was unknown. It now seems likely that a major driving force in humans
for this accumulation of a limited diversity of CD8 cells is the persisting immunogenicity of latent
Herpes viruses, especially CMV.

In monoclonal populations, mainly found in individuals over 65, the density of expression of
CD28 is also decreased. Although originally described only in CD8 cells, the number of indi-
viduals with such nonmalignant clonal expansions in both CD4 and CD8 cells was found to be
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very similar and these expansions are stable over a two-year observation period [43]. CD8 clonal
expansions in healthy elderly people contained mostly CD28(-) cells proliferating poorly in
culture [44]. The CD28(-) cells contained larger amounts of perforin than the CD28(+), consis-
tent with the hypothesis that the CD28(-) cells may represent terminally-differentiated effector
CTL. As mentioned above, in humans a major factor driving the expansion of such clones may
be cytomegalovirus [45,46]. However, other persistent viruses, eg. EBV, clearly also have a role
[47].

5.1. Age-associated alterations in the T cell repertoire

One consequence of the expansion/constriction of T lymphocyte subpopulations discussed above
is the restriction in the T cell repertoire, as memory cells with their repertoire of previously seen
antigens increases with age and may come to dominate the T cell pool. Although early reports
both in humans and mice indicated that it was the CD8 cell repertoire rather than the CD4 which
were primarily affected in this way, recent analysis using more sensitive methods of TCR analy-
sis (CDR3 spectratyping) showed that oligoclonal expansions affect CD4 as well as CD8 cells
to the same extent [48]. In aged humans, up to 30% of the entire population of CD8 T cells are
of oligo- or mono-clonal cells expressing the same TCR-V6 markers [34]. These populations
are included in the CD28(-) subset, have shorter telomeres, can express NK associated markers,
including inhibitory receptors [49], and can include expansions of virus specific T cells [47,50].
The decreased expression of CD28 in these cells may lead to altered T cell activation because
initial contact of a T cell with the antigen-presenting cell requires the interaction between CD28
on the T cell surface and CD80 on the APC.

5.2. "Replicative senescence" of in vivo expanded T cells

T cells, like other somatic cells, have a limited proliferative lifespan and can only undergo a
finite number of divisions. Thus, after a number of divisions T lymphocytes undergo replica-
tive senescence characterized by the decreased proliferative capacity in response to antigenic
re-stimulation.

Senescent T lymphocytes are characterized by their decreased capacity to proliferate, that is
associated with shorter telomere length [51-53]. They can also be phenotypically recognized
by their expression of the killer cell lectin-like receptor G1 (KLRG-1), a type II transmembrane
glycoprotein with an extracellular domain homologous to C-type lectins and an amino-terminal
cytoplasmic tail that contains an ITIM motif, which recruits the hematopoietic cell phosphatase
SHP-1 to the complex, triggering an inhibitory signal. Unlike most other negative receptors of
this type, KLRG-1 is expressed by senescent CD4 as well as CD8 T cells, which are present in
increasing numbers in mice as they age. Studies in humans and mice show that KLRG-1 + T cells
are unable to proliferate, even those few which are still CD28(+), and, at least in mice, these
cells may not be rapidly lost from the peripheral pool and so may gradually accumulate with age
[54,55]. Therefore, it was interesting to investigate the KLRG-1 phenotype of the CMV-specific
cells accumulating in the elderly, referred to above. While 50-60% of CMV-specific CD8 cells
in the young were KLRG-1 (+), this figure increased to >90% in the old. Moreover, not only were
the KLRG-1 (+) cells in the elderly compromised in proliferation, unlike the KLRG-1 (+) cells in
the young, they were essentially unable to secrete IFN-y after antigenic stimulation [56]. There-
fore, KLRG-1(+) cells not only accumulate in the elderly but are functionally compromised.
They may therefore fill the "immunological space" and reduce the T cell repertoire for response
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to new antigens.

6. AGE-ASSOCIATED ALTERATIONS OF GAMMA/DELTA T LYMPHOCYTES AND
NKT CELLS

Not only mainstream T lymphocytes are altered with age. The number and function of other
T cell subpopulations are also affected by ageing. Thus, the absolute number of y5 T cells in
peripheral blood of elderly subjects is reduced, although they show an enhanced expression of
CD69 and an increased production of TNF-oc [57,58]. It has been suggested that the basal activa-
tion of y8 T cells is due to the "inflamed" environment and that these cells may act as a first line
of defense to compensate for defects in specific immunity described above.

NKT cells, a novel lineage of T cells characterized by the expression of Va24/JaQ gene
segments in humans and Vcd4/Ja281+ in mice, the recognition of glycolipids associated with
CD Id and their production of IFN-yand IL-4 [59], are also decreased in peripheral blood from
healthy elderly individuals [60] and in murine liver [61], indicating that these cells do not escape
the process of immunosenescence.

7. FUNCTIONAL CHANGES RESULTING FROM THE ABOVE AGE-ASSOCIATED
ALTERATIONS AND THE EFFECT OF PYSCHOLOGICAL FACTORS

One of the most striking functional consequences of immunosenescence is the altered cytokine
milieu, partially but not entirely as a result of alterations to T cell cytokine secretion. Age-asso-
ciated alterations in T cell function may be related to changed molecular regulation of cytokine
production due to differences in signal transduction pathways in old cells as outlined above. A
major dysfunction in T cells from elderly donors is a selectively decreased ability to secrete T
cell growth factors, first reported many years ago [62]. More recently, it has been proposed that
there are age-associated changes in immune responsiveness characterised by a change from a
predominant type 1 phenotype in adults to a type 2 phenotype in the elderly. However, data are
discordant, for many reasons excellently reviewed recently by Gardner & Murasko [63]. One of
the main reasons for these discrepancies lies with donor selection, illustrating a serious general
problem in biogerontological studies of humans. Thus, early, and even some current studies
employed apparently healthy elderly donors without rigorously excluding underlying illness, or
assessing nutritional or psychological status. Even strict selection criteria, such as the SENIEUR
protocol, may fail to take psychological and nutritional factors sufficiently into account. Age-
associated decreased immunological function may be linked to psychological factors but very
few studies have addressed this issue [64-66]. The effects of stress may also be important,
eg. recent studies are beginning to suggest clinically relevant alterations, eg. in the decreased
antibody responses to influenza vaccination of chronically stressed elderly carers of dementia
patients [67] as well as lower IL 1 and IL 2 production in the elderly caregivers [68]. Several
immune parameters may be more profoundly impaired in older patients with clinical depression,
eg. proliferation to mitogens, lower NK activity, altered lymphocyte subsets and numbers [69].
A correlation between increased plasma levels of TNF-a and depression in the elderly has also
been reported [70].

What might be the mechanism connecting the immune and neurological systems and their
changes in ageing? This is still a new area of investigation, with many of the main players in this
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field represented by their contributions to this book. Here, we can only say that some data are
beginning to emerge concerning possible mechanisms for such interactions, eg. on the regula-
tory effects of neuropeptides on cytokine secretion in young and elderly donors [71]. Although
the significance of these findings is unclear, studies of this type may begin to help shed some
light on the mechanisms responsible for neuroimmunological communication and age-associ-
ated alterations. That this could be a two-way communication is illustrated by the ability of
IFN-y and other cytokines to modulate the production of melatonin [72]. Such studies will surely
be the way forward in this difficult area. An example of how such studies may have a clinical
impact concerns Alzheimer's Disease and inflammation in ageing. Thus, local inflammatory
processes can exert direct neurotoxicity, interfere with (3-amyloid expression and metabolism
and maintain chronic intracerebral acute phase protein secretion, in turn favouring formation of
p-amyloid fibrils [73,74]

8. CONCLUSION: HOW IMPORTANT IS IMMUNOSENESCENCE CLINICALLY?

Many studies over the years have associated changes in one or other immunological parameter
with longevity [75-78], but detailed longitudinal studies in humans have been rare. By studying
the same donors over time, some variables confounding cross-sectional studies may be reduced,
although it is obviously still difficult to control for nutritional and psychological factors. Unsur-
prisingly, there are very few longitudinal studies from which data are currently available and
even fewer including immunological data. One such study series is the Swedish OCTO (over
80 years old) and current NONA (over 90) project being carried out in Jonkoping, Sweden, in
the very elderly [79-82]. Obviously, the very elderly are already selected as longer-than-average
survivors, but nonetheless the data collected at regular intervals over the last decade can be very
valuable, perhaps not only for the already-successfully aged. The OCTO and NONA studies
have established that significantly lower numbers of CD4(+) and CD8(+)CD28(+) cells, and
larger numbers of CD8(+)CD28(-) apoptosis-resistant cells, as well as inverted CD4/8 ratios, are
characteristic of the elderly compared to the healthy middle-aged. Clustering these with certain
other parameters has led to the emergence of the concept of an "immunological risk phenotype"
(IRP) as a tool with power to predict incipient mortality in the very elderly. One of the current
challenges is to refine the IRP and extend the concept to younger individuals to assess whether
IRP parameters established in the aged are informative for younger people [83]. Our own inves-
tigations are suggesting that the accumulation of CMV-specific, CD28(-), KLRG-1(+) CD8
cells mentioned above, which are unable to secrete IFN-y, and are probably apoptosis-resistant
anergic cells, is an important parameter of the IRP. These cells may represent senescent CD8
clones which can neither divide nor delete - and hence may result in dysregulated responses.
Deleting such cells, by analogy with a transgenic mouse model, may "rejuvenate" the immune
system [84]
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ABSTRACT

Zinc is the most relevant trace element for the maintenance of numerous homeostatic mecha-
nisms in the body. In particular, zinc plays a pivotal role in the function of the entire immune
system for the entire life of an organism. The binding of zinc with some proteins, such as metal-
lothioneins [MT] and a-2 macroglobulin [a-2M] is crucial immune efficiency during ageing and
also in age-related diseases [cancer and infection]. These proteins may turn from a role of pro-
tection against cellular oxidative damage in young-adult age to a harmful role in ageing. Indeed,
these proteins increase abnormally during ageing and according to their original biological
function, they continuously sequester intracellular zinc. This provokes abnormally low zinc ion
bio-availability for the immune system either at thymic or extrathymic level. The latter is promi-
nent in ageing. As a result, an impaired immune function occurs in ageing. Physiological zinc
supplementation restores the immune system, which leads to an increased rate of survival in old
mice. Zinc supplementation does not interfere with the high levels of MT or a-2M. Therefore,
zinc supplementation is of benefit in ageing and in age-related diseases [cancer and infection].
Moreover, zinc-binding proteins regain their original role of cellular protection against oxidative
damage after zinc supplementation.

1. INTRODUCTION

Zinc is a important trace element in the body. Among the most relevant findings, to be noted are
the role of zinc as a catalytic component of more than 200 enzymes, its requirement as structural
constituent of many proteins and, likely, its function of preventing free radical formation. Zinc
is relevant to cell division and differentiation, as well as to programmed cell-death, for gene
transcription, for biomembrane functioning, and obviously for many enzymatic activities. This
has led to the consideration that zinc is an important element in assuring the correct functioning
of various tissues, organs and systems. Indeed zinc is an essential nutritional component, which
is required for normal development and for the maintenance of immune function in man and
animals [1,2]. In particular zinc is essential for thymic function because it confers biological
activity to a zinc-dependent thymic hormone called thymulin [3]. This hormone is required for
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Table I Structural action of zinc as "zinc fingers" for proteins or peptides DNA replication in various biological
functions.

the differentiation and maturation of T-cells [4]. Zinc is also relevant to the liver extrathymic
T-cell pathway [2,5], a function that is prominent in old age [6]. With advancing age, zinc,
thymic and extrathymic functions progressively decline [2]. Among the zinc-binding proteins,
Metallothioneins [MT] [7] and a-2 Macroglobulin [a-2M] [8) are important for immune effi-
ciency in ageing. These proteins have a cellular protective role against oxidative damage and
they bind preferentially zinc with higher affinity [kd] [7] than does thymulin [see review 2]. It
has been reported that MT is of protection in zinc deficiency [9] and donors of zinc for thymulin
reactivation in thymic epithelial cells [TECs] [10]. However, both MT [11] and a-2M [12] are
increased in ageing. Thus, a shift of zinc towards these zinc-binding proteins may occur with
subsequent low zinc ion bioavailability for thymulin activation and, in general, for immune
function. This phenomenon occurs in various conditions with persistent inflammation, such as
ageing, cancer and infection [13]. Zinc-bound MT is not releasable for biological purposes [14].
Therefore, these proteins may turn from a role of protection in young-adults to harmful agents
for the immune system in ageing and age-related diseases [13]. Here we report the role of zinc,
MT and a-2M in immune function during ageing and in age-related diseases [e.g. cancer and
infections]. In these conditions low zinc ion bio-availability and impaired immune function are
regular events [15]. The possible efficacy of physiological zinc supplementation in ageing and
in age-related diseases will also be reported and discussed.

2. THE BIOLOGY OF ZINC

Zinc is one of the most important trace elements in the body, but its presence in nature does not
exceed 0.02%. [16]. The major characteristics of zinc include a highly concentrated charge, a
small radius [0.65 A], no variable valence [low risk of free radical production], ready passage
from one symmetry in its surroundings to another without exchange, rapid exchange of ligands
[on and off reactions], and binding mostly to 5- and N-donors in biological systems. These prop-
erties enable zinc to play three major biological roles, as catalysts, structural and regulatory ions
[17]. With regard to the catalytic action, zinc is required for the biological function of more than
200 enzymes; in particular it is essential and directly involved in catalysis by the enzyme. The
removal of the catalytic zinc results in an active apoenzyme that usually retains the native ter-

Proteins or peptides Biological function

SP1, A-20, ALR, MMPs, BP1O, BP1, Staf 50 cell proliferation
TIMPs, alpha-2M
GATA family, mpl, glycoprotein lib/Ilia cell differentiation
Nil-2-a, TGF-beta cell growth arrest
CyclinTl cell division
Protein Kinase-C (PKC), ZNF 162 signal transmission
EGF, IL-1, IL-2, IL-4, IL-5, IL-6, IL-7, IL-12, IFN-a, TNF-a cell growth
p53, p21, c-myc, c-fos,GFI-l, HIC-I, c-jun, bcl-2 protooncogene for prevention or activation apoptosis
RANTES chemokine production
NF-kB, AP-I, EGR-1, EGR-2, BTE nuclear transcriptional
KS-1, WT-1, TF III A, Finb, TRAF-2, ZEB factors activation
Melatonin, Growth Hormone, IGF-I hormone nuclear receptor
Glucocorticoids, prostaglandins superfamily codification



25

Table II Binding affinity (kd) for zinc of some compounds relevant in the immune efficiency.

tiary structure. The catalytic zinc is usually bound by three protein ligands and a water molecule
signifying an open co-ordination site, which is considered essential for the function of zinc in
catalysis [17]. Indeed the function of the zinc is both in polarizing the substrate and in activating
H70 molecule which then acts as nucleophile. Because of its flexible co-ordinator geometry, zinc
ions act as template to bring together the substrate and the nucleophile [18].

As structural role, zinc is involved in DNA replication and reverse transcription, as well as in a
number of eukariotic transcription factors where the potential binding domains are referred to as
zinc fingers [ 19]. In this context, a plethora of data show zinc fingers involved in DNA replication
of many proteins involved in cell proliferation, in cell differentiation, in cell growth and arrest, in
cell division, in signal transmission, in growth factors production, in protooncogenes activation,
in chemokines production, in codifying hormone nuclear receptor, in nuclear transcriptional
factors [Table I], in mRNA stability and in maintaining the extracellular matrix [17,19,20]. In
addition, zinc binds to enzymes, proteins and peptides with different binding affinity [kd] rang-
ing from 1O2 to 10~14 mol/L. Some of them are relevant for immune efficiency [Table II] [2]. In
particular, zinc binds thymulin [ZnFTS], a well-defined thymic hormone, which is responsible
for the performances of cell-mediated immunity [4]. The absence of the zinc binding confers the
inactivity of all these compounds [21]. These findings demonstrate the fundamental role played
by structural zinc in the maintenance of many body homeostatic mechanisms. Moreover, they
pinpoint the importance of structural zinc also in cancer and infection because many proteins,
peptides, protooncogenes and transcriptional factors reported in Table I are also involved in
tumor growth, apoptosis, and altered cytokine gene expression, [see review 2].

With regard to the regulatory role, zinc regulates both enzymatic activity and stability of the
protein as an activator or as an inhibitor ion. In this context, gene over expressions of MMPs are
under the control of the gene expression of some tissue inhibitors of matrix metalloproteinases
[TIMPs] [22], of a-2M [23] and of 13-amyloid precursor protein [24], which are, in turn, codi-
fied by zinc-finger motifs [25]. Therefore, a good balance in the gene expression of the metal-
loproteinases [either as activator or as inhibitor] is necessary for an optimal function of many
systems. Indeed, an unbalance between MMPs and TIMPs or a-2M is characteristic of cancer
[26], inflammation [25] and ageing [27]. As free zinc ion bio-availability is essential for the effi-
ciency of the immune system [ 1 ], we will focus on the role of two zinc-binding proteins [MT and
a-2M] in immunosenescence. Despite of their cellular protective role against oxidative damage

Compounds kd (mol/L)

Superoxide dismutase 5.0x10"'
Nucleoside phoshorylase 2.0x10"'
Alkaline-phosphatase 1.0x10"'
Ecto-5 nucleotidase 1.3 x 10"6

Endonucleases 1.5 x 10"*
DNA, RNA polymerase 2.0 x 10"°
Metalloproteinases (MMPs) 1.0 x 10"'
Insulin-like growth factor I (IGF-I) 1.7 x 10"7

Thymulin (ZnFTS) 5.0 ±2x10" '
Protein Kinase- C 1.2 x 10""
P-450 enzyme system 1.0 x 10"'
a-2 Macroglobulin 1.0x10"'"
Metallothioneins (I, II) 1.4 x 10""
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[7], they abnormally increase in ageing [11,12], their zinc-binding affinity is higher than that
of thymulin [Table II], and therefore, thymulin, immune functions and zinc ion bio-availability
decrease in ageing [2]. These decrements often lead to the appearance of cancer and infection,
which, in turn, lead to increased MT [28], enhanced a-2M [29], impaired immune functions and
low zinc bio-availability [2,13].

3. THE BIOLOGY OF ZINC-BINDING PROTEINS

3.1. Metallothioneins

Metallothioneins [MT], a group of low-molecular-weight metal-binding proteins with 61 amino-
acids, 20 of which are cysteines, play pivotal roles in metal-related cell homeostasis because of
their high affinity for metals, in particular zinc and copper [7]. All 20 cysteines occur in reduced
form and bind seven zinc atoms through mercaptide bonds that have the spectroscopy charac-
teristics of metal thiolate clusters [30]. The zinc/cysteine interactions form mainly two different
types of clusters: they are either bridging or form terminal cysteine thiolate. In the beta-domain
cluster, three bridging and six terminal cysteine thiolates provide a coordinated environment that
is identical for each of the three zinc atoms. In the alpha-domain clusters, there are two different
zinc sites; two of them have one terminal ligand and three have bridging ligands, respectively,
while the other two have two terminal and two bridging ligands [30]. MT exists in different iso-
forms characterized by the length of aminoacid chain: isoform I, II, III and IV mapped on chro-
mosome 16 in man and on chromosome 8 in mice with complex polymorphisms [31]. The more
common isoforms are I and II while the isoform III, called GIF, is present only into the brain and
the distribution of IV has not been clarified. MT binds zinc with high thermodynamic stability
[kd=1.4xlO~13M) [7] (Table II). Following these biochemical and genetic characteristics, MT
distributes intracellular zinc because zinc undergoes rapid inter- and intracluster exchange [32].
Moreover, MT acts as antioxidant against a wide spectrum of stressors, because the zinc-sulfur
cluster is sensitive to changes in the cellular redox state and oxidizing sites in MT [e.g. reduced
thiol groups] induce the transfer of zinc from its binding sites in MT to those of lower affinity in
other proteins [30]. This transfer occurs, for example, in conferring biological activity to antioxi-
dant metalloenzymes, such as superoxide dismutase [33]. Therefore, the redox properties of MT
and their effect on zinc in the clusters are crucial for the biological functions of MT. Indeed, MT
is peculiar to cellular proliferation and protects cells against cytotoxic effects of reactive oxygen
species, ionizing radiations, electrophilic anti cancer drugs, mutagens and of heavy metals [7].
Consistent with this role, the gene expression of MT isoforms is regulated by the transcription
factor MTF-I [34], which has six zinc-finger motifs [30],and has been identified in the evolution-
ary tree from mollusks to humans [Table III]. MT is transcriptionally induced by a wide range of
stressors, like metals, glucocorticoids, oxidative agents, strenuous exercise, cold exposure and
irradiation: virtually by all agents that affect invertebrates and vertebrates [7].

These evolutionary findings suggest the importance of MT as a protective agent. Protection is
peculiar to transient stress, as it may occur in young adult-age [35]. By contrast, the stress-like
condition is not transient but permanent in ageing. MT is increased in the aged liver [11,14] and
aged brain [37]. There is a constant presence of oxidative damage in ageing that gave rise to the
free radical theory of ageing [36]. Moreover, high MT occurs in cancer, infection and dementia
[28,38,39] and this is associated with unfavorable prognosis [40]. On the basis of these findings,
it is clear that zinc cannot be transferred from MT to other proteins in ageing. Rather, zinc is con-
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Table III Evolutionary tree of Metallothionein isoforms.

tinuously sequestered by MT in order to maintain the original role of protection and also because
zinc ions must be spared as much as possible. However, this continuous sequestration provokes
low zinc ion bio-availability. This alters the role of MT from protective in young-adult-age to
harmful in old age. Indeed, it has been recently found that MT binds preferentially zinc, rather
than copper, in ageing [14], and therefore, zinc bioavailability is low, but not that of copper [41].
Abnormal high MT and low zinc ion bio-availability are also present in constant inflammation
and in syndromes of accelerated ageing [Down's syndrome] [11]. By contrast, low MT and
satisfactory zinc ion bio-availability occur in successful ageing [11], Therefore, the altered role
of zinc-bound MT in ageing may be crucial for the immunocompetence because both zinc and
immune function decrease in ageing, and this leads to the appearance of age-related diseases
[2,13].

3.2. a-2 macroglobulin

cc-2 macroglobulin [a-2M] is an inhibitor of matrix metalloproteinases [MMPs] [23]. The mech-
anism of inhibition is unique. a-2M is cleaved by the proteinases in a specific region termed
"bait region" and then undergoes conformational changes that activate thiol ester bounds, pro-
viding sites for covalent attachment of proteinases, which are entrapped [42]. This role of a-2
M occurs when other inhibitors of MMPs, such as tissue inhibitors of matrix metalloproteinases
[TIMPs], are deficient. This suggests a central role of a-2M, which functions like a reserve
proteinase inhibitor during emergencies [43]. This biological function of a-2 M is present in
all animal kingdoms [42] and is required to remove proteolytic potential from the circulation
when MMPs increase, forming a-2M-proteinases complexes [23]. The elimination occurs with
the internalization of these complexes into the cells with subsequent trasfer of the proteinases
into endosomes through specific a-2 M receptors, called LRP [44], which are present on the cell
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surface. A chaperone, called receptor-associated protein [RAP], binds, in turn, with high affinity
to the heavy chain of LRP and induces a conformational change in LRP with a subsequent strong
reduction of the affinity between a-2M-complex and LRP [45]. This modulates the binding of
a-2M-complex to LRP. This causes a lack of the internalization of a-2M-proteinase complexes
and the prevention of their transfer into cellular endosomes. Consequently these complexes will
be present in the circulation, and may be harm many homeostatic mechanisms in the body [46].
Indeed, there are high concentrations of a-2M and MMPs in ageing and in age-related diseases,
such as infection, cancer, and dementia [47,48]. This fact is crucial during ageing and in age-
related diseases for two reasons. First, because intracellular RAP [RAP lp] is involved in the
modulation of the telomere length [49], which in turn is relevant to the maintenance of chro-
mosome integrity and stability [50]. Therefore, the length of telomeres are reduced in ageing,
cancer and infections that leads to a chromosome mutations with subsequent cellular alteration
or cell-death [51]. In these conditions, shorter telomeres are indirectly correlated with increased
RAP lp [52], suggesting that RAP and its potential binding to 0C-2M/LRP receptor play a crucial
role in modulating the internalization of a-2M-protease complexes into cells during ageing.
Moreover, the recent discovery of 22 polymorphisms of the human LRP/AP1 gene coding for
RAP in chromosome 4p [53] is a further support for the relevance of RAP to ageing, and to age-
related diseases. They are of special importance in centenarians for successful ageing. Second,
0C-2M binds zinc with a higher affinity than do MMPs [25] [Table II]. As a-2M protects against
increments of MMPs, the continuous sequestration of zinc by oc-2M might induce low zinc
bio-availability in the long run with subsequent alterations of zinc-dependent body homeostatic
systems, including the immune system. Thus, possible different roles of oc-2M might exist: turn-
ing from protective in young-adults to harmful in ageing. Indeed, a-2 M increases in ageing
[12] coupled with alterations at cellular and systemic level [48]. Thus, while on one hand, these
findings pin-point a continuous shifting of zinc towards a-2M in order to eliminate potential
proteolytic substances, on the other hand they suggest, like for MT, that abnormal increments
of a-2M are harmful leading to the appearance of age-related diseases. Like reported for MT,
abnormal increments of a-2M in cancer and infections [48] are indeed an index of unfavorable
prognosis [29]. In healthy young-adult individuals, a-2M plasma levels are of 178.8 + 8.5 mg/ml
[48]. Moderate increments are observed in nonagenarian/centenarian subjects [201 ± 7.5 mg/ml]
in comparison to old individuals [260 ± 9.3 mg/ml] and old infected patients [305 ± 7.4 mg/ml]
[E. Mocchegiani, unpublished results]. Therefore, the role played by zinc-bound MT and a-2M
is crucial for the immune efficiency in ageing taking also into account that low zinc bioavail-
ability is a risk factor for the appearance of infectious diseases in ageing [54].

4. ZINC, IMMUNE SYSTEM AND AGEING

A lot of data in experimental animals and in humans indicate that zinc is required for the main-
tenance of immunocompetence [1,2,13]. Zinc deficient diets cause major immune abnormalities
that include decreased chemotaxis by neutrophils and monocytes, the specific impairment of
cell-mediated immune functions, including thymic function, natural killer [NK] cell activity,
and cytokine production. In particular, IL-2, IL-12, IFN-a and IFN-y decrease, whereas pro-
inflammatory cytokines, such as TNF-a, IL-1, IL-6, increase [see review 2]. Zinc has more
influence on the cytokines production by Thl cells than on those produced by Th2 lymphocytes
[ 1 ]. That zinc has a beneficial effect on IFN-a production by Th 1 cells is supported by the recent
discovery in virus transfected cells, indicating that a protein, Staf-50, that contains two zinc
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Table IV "In vitro" effect of inactive FTS (FTS), of inactive FTS + Zinc" and zinc-bound active FTS (ZnFTS) on
NK cell activity and PHA response in spleen cells from old mice.

Spleen cells of mice

Young control
Old control
Old + inactive FTS (10"' M)
Old + inactive FTS (10"' M) + Zn**(IO" M)
Old + active ZnFTS (10° M)

NK activity

73.2.0 ±14.1
25.2 ±7.5*
24.5 ± 6.8*
71.2 ± 13.7
71.4 ± 13.5

PHA response

28.2 ± 5.2
9.5 ± 1.3*
8.7 ± 1.5*
23.3 ± 4.3
22.8 ±3.8

*p< 0.01 when compared to young controls (paired Student's t test)

Preincubation time4h. Data of PHA are expressed in [cpm/cult] x 10'. Data of NK assay are expressed in Lytic Unit
[L.U. 20/107] against tumoral target YAC-1. The dose used of 10'M of ZnFTS is the minor in order to obtain
significant thymulin biological activity in thymulin assay [58]. The choice of zinc" 10'M because zinc is present in
thymulin molecule in equimolar ratio [3] (data redrawn from ref. [58,62] with permission).

finger motifs, is involved in a new family of IFN-cc production [55]. This observation suggests
that the Thl/Th2 balance is biased towards Th2 cytokine production during zinc deficiency [1].
Moreover, zinc is also involved in the recognition of superantigens by MHC class II molecules
[56]. These findings support the importance of zinc ion bioavailability for the immune function
even if the effect of zinc upon the immune system is related to competition phenomena with
other metals, in particular copper. However, progressive depletion as well as excessive intake of
copper and zinc result in impaired immunocompetence [2], Zinc, but not copper, decreases in
ageing [41]. This fact does not support the hypothesis of competition between zinc and copper
for the maintenance of immune function during zinc deficiency. Rather, it is indicated that the
lack of zinc ions is involved in immunosenescence [2]. Indeed, the copper pool is positive in
young and old age [57]. By contrast, the zinc pool measured through the crude zinc balance [the
difference between zinc intake and zinc excretion], is negative in old mice [58] and old humans
[57] as compared to positive values observed in young-adult age. This negativity is coupled
with reduced thymic functions, decreased NK cell activity, and imbalance in the Thl/Th2 ratio
[59], increments in memory T-cells [CD45RO] and lack in naive T-cells [CD45RA] [60]. As a
consequence, a lack in the homing capacity for new T-cell differentiation and maturation occurs
allowing for a constant impairment of immune function in a large number of old people, in
comparison to exceptional individuals like centenarians [61]. Among the immune abnormalities
in ageing, the reduced thymic endocrine activity is of interest because it affects T-cell differ-
entiation, NK cell activity and cytokines production [4]. Indeed, one of the best-known thymic
hormones, called thymulin [ZnFTS], requires zinc for its biological activity. Zinc not bound to
FTS has an inhibitory action on the active form ZnFTS. The inactive form of FTS is increased
during ageing, whereas the active ZnFTS decreases. The "in vitro" addition of zinc ions [200nM]
to plasma samples from old donors containing FTS restores circulating plasma levels of ZnFTS
to values present in young-adult age (Table IV) [58, 62]. Therefore, the lack of normal ZnFTS
levels because of low zinc ion bioavailability in ageing provokes impairments in peripheral
immune functions (NK cell activity and mitogenic response to phytohaemoagglutinin) [58].

These findings demonstrate, on one hand, that NK cell activity and PHA response are under
the control of ZnFTS, on the other hand, they pinpoint the relevance of zinc ion bioavailability
for peripheral immune functions, which are peculiar for host defense against tumors and infec-
tions [63]. It has been also demonstrated in aged individuals and cancer patients that zinc affects
the synthesis and release of IL-2 [48,64], which is relevant for NK cell activity [63]. Thymulin



stimulates IL-2 receptor expression [CD25] by NK cells [65]. Zinc has been proposed to affect
the immune system by many other mechanisms. Direct mechanisms through the activation
of DNA- and RNA-polymerases, nucleoside phosphorylase, ecto-5 nucleotidase and protein
kinase-C [PKC] have been documented. Indirect mechanisms involving transcriptional factors
[NF-kB and AP-1] and hormones [melatonin, growth hormone, IGF-I and thyroid hormones]
have also been reported [2]. In all cases, zinc ion bioavailability and immune efficiency are
closely linked. Zinc ion bioavailability is also crucial for the liver-extrathymic-T-cell pathway,
which is prominent in ageing, cancer and infections [6]. Young partially hepatectomized mice
were used to study this problem because they resemble old mice with atrophic thymuses [66]. In
such animals the liver extrathymic T-cell pathway was impaired coupled with abnormally high
levels of zinc-bound MT and low zinc ion bioavailability [5]. Therefore, zinc-MT homeostasis
[see below], is fundamental for immunocompetence [thymic and extrathymic] during ageing.

5. METALLOTHIONEIN, THE IMMUNE SYSTEM AND AGEING

MT induces cytokine secretion from macrophages, such as IL-1, IL-6, IFN-oc, TNF-a, which, in
turn, provoke new synthesis of MT in the liver [67]. At the same time zinc status is also altered
[68]. These findings indicate an interaction amongst zinc, MT and the immune system. More-
over, IL-1 is involved in MTmRNA production in thymic epithelial cells [TECs] from young
man [ 10] via PKC, which is zinc-dependent [ 10] and participates in the process of metal-induced
MT gene expression [69]. Moreover, MT releases zinc for thymulin reactivation in TECs [10].
The reaction of MT null mice exposed to endotoxins [LPS] further supports the impotance of
MT for immune function. In particular, MT null mice display decreased GM-CSF production as
well as impaired GM-CSF receptor function [70] coupled with enhanced thymus apoptosis [71].
Conversely, young mice exposed to endotoxins [LPS] display increased MTmRNA, enhanced
production of cytokines [IL-1, IL-6] and chemokines [RANTES, MIP classes, TECK and SDF-
1] and a prompt immune response [72]. The interplay between MT and immune system attains
relevance in ageing and in age-related diseases [cancer and infection], which are characterized
by high levels of MT and pro-inflammatory cytokines, impaired immune efficiency and low zinc
ion bioavailability [14]. MT protects against stresses [7] and has a balancing effect during zinc
deficiency and zinc toxicity, serves as a type of zinc reservoir and is capable of sequestering
excess of zinc, respectively [9]. However, the high MT and zinc content in the liver and atrophic
thymus of old mice, suggests that MT plays a different role in immunosenescence: it is turning
from protective to dangerous. [2]. In Table V zinc and MT levels are shown in the liver and in
the thymus of very old mice, which supports the above assumption. An increment of MTmRNA
gene expression and impaired NK cell activity also occur in the liver of old mice. By contrast,
low MTmRNA and enhanced liver NK cell activity are observed in very old mice [11]. These
findings suggest an efficient liver extrathymic T-cell pathway in very old age because of low
zinc-bound MT levels. For the same reason, the thymus may be still functioning despite it is
atrophic. Moreover, the increments of MT in lymphocytes from old people and from subjects
with Down's syndrome and the decrements of MT in lymphocytes from centenarians [11] sup-
port further the different role of MT in ageing. Indeed, findings of Kelly et at. [9] were obtained
in young-adult age which may mimic transient abnormal conditions. By contrast, zinc deficiency
and impaired immune functions are persistent in ageing [2]. Therefore, MT may constantly recall
zinc in order to exert their protective role. This provokes low zinc bioavailability and to impaired
immune response at the thymic and extrathymic levels [2]. This assumption is supported by the
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Table V Tissue zinc and metallothionein (MT) concentrations in the thymus and liver from young, old and very
old mice.

Zinc
Zinc
MT
MT

in the thymus (|ig/gr)
in the liver (|ig/gr)

in the thymus ((ig/gr w.w.)
in the liver (Hg/gr w.w.)

Young

62.3 ± 11.2
110.6
3.5 ±
5.3 ±

±23.4
0.4
1.0

Old

107.4
125.6
8.6 +
12.5

± 27.5*
±21.4

:0.7*
±4.7*

Very

77.4 =
115.7
4.3 +
5.8 ±

Old

b8.7
± 15.5
0.5
0.7

*p< 0.01 as compared to young mice [paired Student's t test]

Liver and thymus MT concentrations were determined with silver saturation method.
Content zinc tissue was determined with Atomic Absoiption Spectropothometry [AAS].
Since AAS tests zinc-bound and zinc-unbound, the major increments of zinc in the thymus and liver from old mice is
due to high zinc-bound MT. (Data redrawn from Ref.[l 1] with permission).

following findings: i] the addition of zinc to plasma samples from old donors in vitro restores
the bioactivity of thymulin [58]; ii] in transgenic mice that over-express MT the thymus was
atrophic as if they underwent to constant stress [14]; iii] endogenous zinc is required for T-cell
growth in adults and in old individuals [73] and for TEC restoration number in old thymus [58]
and for the restoration of NK cell activity, via active thymulin, in old mice [62]. It is consistent
with these findings that MT is not a donor of zinc in ageing but rather, it sequesters of zinc. MT
abnormally increases in the thymus and liver of old mice with a possible harmful role. This phe-
nomenon has been proposed to be responsible for thymic involution in ageing [2]. On the other
hand, increased MT levels induce down-regulation of many other biological functions related to
zinc, such as metabolism, gene expression and signal transduction [7]. MT has a higher binding
affinity for zinc than does thymulin (Table II). The atomic absorption spectrophotometer does
not distinguish between bound and unbound zinc, which explains the high thymus and liver zinc
content in old mice (Table V)] coupled with low zinc bioavailability. This is one of the crucial
causes of immunodefficiency in ageing. Moreover, in the liver of old mice MT binds preferen-
tially zinc when compared to copper [14]. It is clear that MT turns from protective to harmful
by aggravating zinc deficiency and not of copper, in ageing [1,41]. MT does not only sequester
zinc continuously in ageing but the subsequent release of zinc by MT is also inhibited [14]. This
problem is still not resolved at present in full detail. It is known that a correct balance between
iNOS and cNOS induces zinc release by MT [74]. In ageing, iNOS increases with respect to
cNOS, which induces an imbalance of NO synthases with very limited zinc release by MT [13].
Preliminary in vitro experiments with old lymphocytes showed that the addition of zinc [10~6M]
corrects the imbalance of NO synthases [E. Mocchegiani, unpublished results]. This may occur
because NO synthases is regulated by zinc finger motifs [75]. Therefore, zinc-bound MT may
be considered a biological and genetic marker of immunosenescence in age-related diseases
because it shows abnormally increased levels in cancer and in infections [38].

6. oc-2 MACROGLOBULIN, THE IMMUNE SYSTEM AND AGEING

In recent decades various biological functions have been described for the plasma protein OC-2M.
The earliest function to be discovered was its proteinase-binding capacity with an inhibitory
action on proteinases themselves [23]. One decade later, its ability to modulate T-cell responses
was described, giving a role to a-2M within the immune system. a-2M is synthesized by mac-



rophages and monocytes [76]. In particular a-2M-proteinase complexes, but not a-2M by itself,
decrease T-cell responses to mitogens, antigens and alloantigens [77]. It has been proposed
that macrophages down-regulate MHC class-II antigens via a-2M [78], however this was not
confirmed by others [77]. It has been shown subsequently that the target of oc-2M-proteinase
complexes was T-cell growth factors [i.e. cytokines]. Indeed, IL-2 was degraded and inactivated
by oc-2M-bound proteinases, which was suggested to cause decreased T-cell response [79].
Degradation doesn't occur with other cytokines, in particular for pro-inflammatory cytokines
[IL-1, IL-6 and TNF-a], even though these cytokines are bound to oc-2M [79]. a-2M-cytokine
complexes have been suggested to have a clearance functions of cytokines, protection from the
immediate toxic effect of cytokines, the protection of cytokines from extracellular proteolysis
and from the loss of cytokines through the kidney and the targeting of cytokines to a-2M-recep-
tor-bearing cells [79]. a-2M inhibits the formation of MMPs. Indeed, MMPs are temporarily
produced in response to exogenous signals by pro-inflammatory cytokines [80]. The binding
of oc-2M with pro-inflammatory cytokines occurs in order to induce latency of cytokines them-
selves minor MMPs production [81 ]. In addition, the possible over-expression of these cytokines
induced by MMPs may be also avoided by the a-2M-cytokine complex through a-2MR/LRP
[82]. These findings clearly suggest and further confirm the role of protection of a-2M against
exogenous stimuli, other than the formation of oc-2M-protease complexes, through the forma-
tion of also oc-2M-cytokines complex. Pro-inflammatory cytokines [IL-1, IL-6 and TNF-a]
increase in inflammation [83], and IL-6 regulates a-2M gene expression [84]. Therefore, the
interrelationship between a-2M and immune system is evident giving further support to the
role of protection of oc-2M against toxic effects by abnormal production of pro-inflammatory
cytokines during inflammation. This role is out of doubt in transient inflammation, as it may
occur in young-adult age, but it may be questioned in chronic inflammation [ageing, cancer
and infection], with a particular attention to the relationships with the immune functions, for
the following reasons, i] a-2M requires zinc into its molecules in order to be active and zinc,
as reported above, is important for the efficiency of the entire immune system [1,2]. ii] zinc is
also required for the binding of oc-2M with cytokines [85]. iii] a-2M plasma levels are strongly
increased in ageing [12], in old infected patients [see above] and in cancer [48] coupled with
damaged immune functions and low zinc bioavailability (Table VI). Intriguing findings in
human centenarians have shown that the relatively low plasma levels of 0C-2M [see above] are
coupled with satisfactory thymic endocrine activity, zinc ion bio-availability, NK cell activity
and diminished IL-6 together with its sub-unit receptor gpl30 [11]. As a-2M is involved in IL-
2 degradation and in conferring latency to pro-inflammatory cytokines. These findings support
the protective role of a-2M against toxic effects by an over-expression of pro-inflammatory
cytokines. This protection is harmful for immune function in ageing and in age-related diseases
[cancer and infections], whish is due to a continuous sequestration of zinc. An abnormal increase
of oc-2M is a diagnostic index for unfavorable prognosis in cancer [29], and zinc supplementa-
tion in ageing, cancer and infectious disease restores thymic and peripheral immune efficiency,
including the altered cytokines production [38]. Therefore, a-2M may have dual functions for
immune function: it turns from protective in young adult-age to harmful during ageing [59].
Thl cells produce anti-inflammatory cytokines [IL-2], and Th2 cells produce pro-inflammatory
cytokines [IL-6] [86], and a-2M impairs T-cells response via IL-2 degradation [79], a-2M may
suppress Thl cells. This leads to an imbalance of Thl/Th2 cells with increased pro-inflammatory
cytokines production in ageing [87]. Moreover, a-2M is an acute phase protein and is expressed
in the liver [25], which in turn is a prominent site of extrathymic T-cells in ageing, cancer and
infection [6], Elevated levels of a-2M may be used, like MT, as a marker of immunosenescence
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Table VI Zinc, a-2 macroglobulin, active thymulin (ZnFTS), NK cell activity, IL-2 and IL-6 in patients affected
by cervical carcinoma.

Active thymulin (ZnFTS)(log,)
IL-2 (pg/ml)
IL-6 (pg/ml)
NK cell activity (L.U.xlO6 cells)
a-2 Macroglobulin (mg/dl)
Plasma zinc (Ug/dl)

Healthy controls

3.0 ± 0.3
315.1 ±87.2
2.5 ± 0.6
9.3 ± 2.2
178.8 ±8.5
92 .5 + 6.8

Cervical carcinoma

1.5 ±0.5*
106.4 ±65.3*
21.4 ±7,7*
3.0 ±2.1**
280.0 ±22.8*
72.4 + 5.3*

*p< 0.01 and **p< 0.05 when compared to healthy controls [paired Student's t test]

Age of cancer patients and healthy controls 52 ± 7 yrs (Data redrawn from Ref. [48] with permission).

and of age-related diseases.

7. ZINC SUPPLEMENTATION

The important role of zinc for immunocompetence and the presence of a negative crude zinc bal-
ance in old mice and humans [57,58], stimulated experiments on dietary zinc supplementation
in old mice and in elderly patients in order to improve their immunocompetence. In rodents zinc
supplementation for life prevented the development of age-related cell-mediated immune defi-
ciency [88]. Such treatment induced thymus re-growth and functionality [58,89] and restored
peripheral NK cell activity [58]. Physiological levels of zinc prevented thymocytes apoptosis in
old mice [90], by acting on endonuclease enzymes [91]. In human prostate carcinoma, zinc [at
the physiological dose of 100 |ig/dl] inhibited tumor cell growth by arresting the cell cycle in
the G2/M phase and by enhancing apoptosis through increased p21 expression [92] or of c-myc
[93], and MT and oc-2M increase in tumor cells [28,48]. Therefore, a larger bio-availability of
zinc ions through zinc supplementation might, on one hand, regenerate the protective role to
MT and a-2M, on the other hand, it might cause apoptosis in cancer cells. Therefore, zinc is a
crucial element for maintaining immune function during ageing and for the possible prevention
of age-related diseases. Indeed, old zinc-treated mice display an increased rate of survival and
significant decreases in the incidence of cancer and infection [2].

For elderly patients, zinc supplementation yielded contradictory data regarding its beneficial
effect. This may be due to different doses of zinc used and to variation in the length of the treat-
ment [94-96]. Indeed, physiological doses of zinc for a long periods or high doses of zinc for
short periods may induce a zinc accumulation in various organs and tissues with subsequent
toxic effect of zinc on the immune function and on cytokine production [1]. In our experience,
zinc treatment at the dose of 15mg Zn++/day [RDA] for one month in Down's syndrome subjects,
in elderly and in old infected patients restores thymic functions, peripheral immune efficiency
[54, 97] and DNA-repair [98]. At the clinical level, significant reductions of infectious episodes
and infection relapses occur in Down's syndrome [94] in the elderly and in old infected patients
[57]. All the supplementation experiments and clinical trials demonstrate the pivotal role of
zinc for the maintenance of immune function in ageing and in the alleviation of age-related
diseases.

However, one may ask the question, whether or not zinc supplementation may further increase
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zinc-binding proteins with major harmful effects. Recent experiments in old zinc treated mice
have shown no further increments of liver MTmRNA, suggesting that the high levels of MT in
ageing may be completely saturated by pre-existing zinc ions with no further harmful effect
[14]. Old hepatectomized mice show no modifications of the already high MT levels during liver
regeneration when compared to young hepatectomized mice [5]. Moreover, physiological zinc
doesn't induce any further increments of MTmRNA induced by IL-1 in young thymus [10], and
IL-1 increases in ageing [2]. With regard to a-2M, no similar data are available. However, a-2M
is unaffected in lymphocytes of cancer patients after treatment with zinc in vitro [48]. Thus, the
possible harmful effect of MT and oc-2M on the immune function due to the continuous seques-
tration of intracellular zinc might be avoided by physiological zinc supplementation in ageing
animals and humans and thus to avoid age-related diseases.

8. CONCLUSIONS AND PREDICTIONS FOR THE FUTURE

Zinc is an essential trace element for the maintenance of the entire immune system at thymic
and extrathymic levels. T-cells partially compensate for thymic failure during ageing. The role
of normal zinc levels are fundamental for the maintenance of immunocompetence for the entire
life of an organism. Zinc is also required for many other biological functions, that include many
enzymes and proteins, in particular for MT and a-2M, which protect the cells against oxida-
tive damage and thereby prevent cell destruction or cell death. MT exerts its role by binding
preferentially zinc in thiolate groups that form clusters, whereas a-2M binds MMPs and thus
forms oc-2M-proteinase complexes. This is internalized by cells through (X-2M/LRP receptors
and eliminated in endosomes. These proteins protect against a transient exposition to reactive
oxygen species. In order to exert this task, MT and a-2M takes up intracellular zinc. A stress-
like condition is prevalent in that increases the risk of age-related diseases. During ageing MT
and a-2M abnormally increase and sequester constantly zinc ions. This leads to low zinc ions
bioavailability and immune deficiency [thymic and extrathymic] during ageing. Therefore, MT
and a-2M is protection in young-adult animals/humans but it becomes harmful during ageing.
This phenomenon is in agreement with the evolutionary theories of ageing, which suggest that a
trade off may occur between the early beneficial effects and late negative outcomes of vital func-
tions due to genetic and molecular mechanisms [99]. The inability of MT in zinc release during
ageing due to an unbalance between iNOS and cNOS strengthens this purpose. Physiological
zinc supplementation in ageing corrects the defect, improves immune functions and increases
the rate of survival in old mice. The benefits of supplementing zinc can be also extended to age-
related diseases [cancer and infections] because exogenous zinc does not affect the already high
MT levels because of their complete saturation by pre-existing zinc ions.

As high MT levels are present in old atrophic thymus and high MT and a-2M gene expres-
sions are found in aged liver, future and intriguing directions will be in the study of their role in
age-related thymus involution as well as in extrathymic T-cell pathway being, this latter, promi-
nent in ageing and age-related diseases. It has been recently shown that DNA polymorphisms in
the oc-2M genes are associated with Alzheimer dementia [100]. DNA polymorphisms in the MT
gene are actually under study in our lab. As final results, genetic markers of immunosenescence
may thus be given up-stream of the immune efficiency because, at this regard, a bulk of data in
markers of immunosenescence exclusively exists at down-stream, resulting as such misleading.
Studies are in progress in our lab.
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ABSTRACT

In the last century life expectancy in the developed world has almost doubled, due in the main to
a reduction in life-threatening infections as a result of improved hygiene and healthcare. How-
ever, in the ageing population of the 21 st century infection is still a major cause of morbidity and
mortality as normal human ageing is associated with a loss of immune function. In this chapter
we focus upon the effect of ageing on innate immunity, more specifically on the neutrophil,
which plays a key role in the defense against rapidly dividing bacteria, a major cause of infection
in the elderly. The majority of data in the literature have identified a differential effect of ageing
on neutrophil function, with a marked decline in neutrophil phagocytic function while superox-
ide generation and chemotaxis are unaffected. We also discuss the possible causes of this decline
including age associated loss of receptors for antibody (CD 16) and changes in cell signalling
pathways such as protein kinase C. All of these studies of immunosenescence have been carried
out on healthy elderly volunteers, to identify age-related rather than pathology related changes.
It is now crucial to determine if this reduction in neutrophil function actually influences immu-
nity. To this end we discuss the evidence for an effect of ageing on the body's response to trauma
in the elderly. Mild trauma such as hip-fracture is well known to lead to increased infection rates
in the elderly. We describe preliminary data showing an altered response to trauma in the elderly
which leads to further suppression of neutrophil function. We suggest that this is mediated by an
elevated cortisol to DHEAS ratio in the elderly.

1. THE AGEING PROCESS

Ageing is usually defined as the progressive loss of function accompanied by decreasing fertility
and increasing mortality with advancing age [1]. Such a trait, which impairs survival and fertil-
ity, is clearly bad for the individual. However, ageing by the above definition is not a universal
phenomenon, as some species, for example the American lobster, shows no age associated
increase in mortality or decline in fertility. Such animals are not immortal since they are still
under constant threat of disease, predation and accidents. In the case of humans, the potential
maximum life span has remained unchanged for the past millennium at about 125 years. What
has changed is average life expectancy, which has risen from 49 years in 1900 to 76 years in
1997. This increase has been caused in the main by elimination of infectious diseases in youth,
better hygiene and the discovery of antibiotics and vaccines.



42

Although many infectious diseases that were a severe cause of mortality in the last century
have now been eradicated, infection is still a significant cause of increased morbidity and
mortality in the elderly population. As stated in earlier chapters of this issue (see Pawelec and
Solana) the ageing process includes a decline in immune function, immunosenescence, helping
to explain one aspect of increasing frailty in the elderly. Understanding the molecular basis of
this phenomenon should allow the development of therapeutic modalities to reduce mortality
and improve quality of life in the ageing population of the 21sl century. This chapter will focus
upon the effect of ageing on a central element of innate immunity, the neutrophil, which plays a
key role in the defense against rapidly dividing bacteria, yeast and fungi. As bacteria are a major
cause of infection in the elderly it is clear that ageing has a significant impact upon neutrophil
function and some of the possible causes will be discussed.

A widely accepted theory of how we age is the disposable soma theory, based on the physi-
ological theory of ageing, which predicts that the mechanisms responsible for ageing are those
types of damage for which maintenance and repair mechanisms are metabolically costly [2].
Several causative molecular mechanisms for such damage have been proposed, these include the
accumulation of aberrant proteins, defective mitochondria, free radical damage and replicative
senescence. Few of these mechanisms are likely to apply to neutrophils, with the exception of
free radical damage. Whatever the mechanism of ageing, age-related changes in the function of
individual tissues will have a differential impact on the organism as a whole, dictating whether
or not the organism ages well. As stated above, one system which undergoes age-related changes
that can have a significant impact upon life expectancy is the immune system. The latter is not
surprising bearing in mind the sentinel role of the immune system in combating life threatening
infections and the detection and killing of tumour cells. Indeed the rate of biological ageing in
humans and many other species can be assessed by the rate of immune functional decline, with
well preserved immune functions being associated with relatively successful ageing [3]. Moreo-
ver, as has been discussed in this issue, specific components of the immune system are affected
by oxidative status and telomere shortening, indicating that the immune system is responsive to
two of the key mechanisms of ageing.

2. AGEING AND INFECTIOUS DISEASE

The increased incidence of infectious diseases in the elderly is well documented and has a sig-
nificant impact upon morbidity and mortality in the over 65 years age group. In a recent study of
108 healthy elderly people, 48 (44%) developed infections during the 12 month study period and
11 of those patients died of their infections [4]. Thus not only are the elderly more susceptible to
infection but they are also less able to resolve infections once they take hold. Increased suscep-
tibility to infection in the elderly has been reported for both viral and bacterial species, suggest-
ing that both innate and adaptive immune responses are compromised in ageing. For example,
age-related changes in incidence have been observed with respect to the influenza virus, with an
estimated 75% of the 10,000^0,000 deaths attributed to influenza annually in the United States
occurring in persons over 65 years of age [5]. This also correlated with a decline in response to
influenza virus vaccine, a 50% decrease in antibody response was observed in the over 65 years
age group [6]. However pneumonia is the leading cause of mortality from infectious disease in
the United States and bacteria, namely Streptococcus pneumoniae prevail as the most common
infecting pathogens leading to this condition.

Numerous studies have examined the relationship between the incidence of pneumonia and



Figure I. Neutrophil function declines as neutrophils age.

Neutrophils are short-lived cells that survive in the circulation for approximately 36 hours before dying by apoptosis.

They are polymorphonuclear leucocytes with a distinctive tri-lobed nucleus (a). When freshly isolated they respond to

the bacterial peptide fMLP with the generation of superoxide (b), which is significantly reduced when they are aged in

culture for 20h.

age. In 1981 in the US it was estimated that there was a six-fold increase in the incidence of
pneumonia in the over 65 years age group compared with younger members of society [7]. Also
a study in the US demonstrated a 10-fold increase in morbidity associated with pneumonia in
the elderly (over 65 years) population [8]. It can thus be seen that bacterial infections make a
significant contribution to morbidity and mortality from infectious diseases in the elderly in the
Western World. Furthermore, a given infectious disease may be associated with a more diverse
range of pathogens among older patients than young patients. For example, in younger adults
urinary tract infection is primarily an infection of young women and E.coli and Staphylococ-
cus saprophyticus are the commonest uropathogens. However, with ageing, the incidence of
urinary tract infection increases in both men and women, with uropathogens including not only
E.coli but also other gram-negative bacteria such as Proteus and Enterobacter species [9]. These
observations are suggestive of a general failing of the innate immune response to bacterial patho-
gens, which will include neutrophils, but also other innate mechanisms regulating their function
including monocyte derived cytokines and the complement system. In order to understand the
potential impact of age on neutrophil function it is important to consider the basic biology of
neutrophils, which is significantly different from lymphocytes and elements of the adaptive
immune system already described elsewhere in this issue (see Pawelec and Solana).

3. NEUTROPHILS AND NEUTROPHIL AGEING

Neutrophils are the most abundant leukocyte in peripheral blood and are produced in vast num-
bers in the bone marrow, with 1-2x10" cells released per day. They are polymorphonuclear with
a characteristic tri-lobed, horseshoe shaped nucleus (Figure 1) and a cytoplasm densely packed
with granules containing lytic enzymes. They are fully differentiated cells with no replicative
capacity, as they lose a significant portion of their DNA during the final stages of maturation in
the bone marrow. They also have relatively few mitochondria, which are thought to be vestigial
with regard to ATP production and may instead be required only for apoptosis. Neutrophils are

43
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Figure 2. The key stages of neutrophil activation and the effect of age.

Neutrophils are released from the bone marrow in vast numbers each day and circulate until they are recruited to a site

of infection. Neutrophil numbers are not reduced with age (1). During infection chemoattractants are produced which

induce extravasation of the neutrophil from the circulation and chemotaxis towards the site of infection. There is no

effect of each on adhesion molecules involved in extravasation, or in chemotaxis itself (2). Opsonised microbes are

recognized and engulfed by phagocytosis. This step is reduced in the elderly and may in part be due to decreased expres-

sion of the opsonin receptor CD 16 (3). Phagocytosis of microbes triggers bactericidal mechanisms, including supeoxide

generation and this is reduced in the elderly (4).

very short-lived cells and will survive for approximately 36 hours in the circulation before dying
by apoptosis, allowing them to be recognized and engulfed by macrophages [10]. However, if
they are recruited to a site of infection their life-span is extended by pro-inflammatory cytokines
[11], complement and bacterial components such as LPS [12] and this is important for maximiz-
ing their bactericidal function.

In order to kill invading bacteria neutrophils extravasate from the blood in response to chemo-
tactic signals, including cytokines (TNF-oc, IL-8), complement (C5a) and bacterial products
(fMLP). Neutrophils recognise bacteria by two distinct mechanisms: firstly via bacterial cell
surface components recognized by receptors such as Toll-like receptors (TLR), for example LPS
is recognized by TLR4; secondly via opsonin receptors that recognize complement C3b/C3bi
or the Fc regions of antibody (IgG) coating the bacterial target. Ingestion of bacteria by phago-
cytosis then triggers internal bactericidal mechanisms, including release of granule bactericidal
enzymes and generation of toxic reactive species, including superoxide and hydrogen peroxide
(Figure 2). Activation of these mechanisms also induces apoptosis of the neutrophil allowing
their removal by macrophages. As neutrophils age in the circulation they become functionally
senescent, therefore an important consequence of infection is increased production and release
of neutrophils from the bone marrow. The latter is stimulated by pro-inflammatory cytokines,
notably GM-CSF, which is produced in the early stages of infection.

Much is now known of the mechanisms underlying functional senescence in ageing neu-
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trophils. The ageing neutrophil shows altered expression of a variety of cell surface molecules,
including those involved in adhesion and extravasation and in triggering the effector functions of
neutrophils [13]. Molecules involved in chemotaxis, such as the receptor for the chemoattract-
ant C5a are reduced in aged neutrophils [14] and this combined with a reduction in adhesion
molecules such as CD31 and ICAM-3 [14], leads to an impaired ability to extravasate from the
circulation and in to the infected tissue in aged neutrophils. Even if aged neutrophils do reach the
site of infection they have a significantly reduced expression of phagocytic receptors including
the receptors for antibody CD 16 (FcyRIII) and CD32 (FcyRII) and the CR1 complement recep-
tor CD35 [14]. These changes significantly reduce the ability of the neutrophil to phagocytose
opsonised pathogens. In addition their ability to activate intracellular bactericidal mechanisms
such as superoxide generation is minimal (Figure 1). It is therefore important that effete neu-
trophils die by apoptosis and are removed efficiently by macrophages, allowing replenishment
from the marrow with young, functionally effective cells. The events which trigger apoptosis
of effete neutrophils remain poorly understood. Neutrophil apoptosis itself is caspase depend-
ent [15] and involves loss of mitochondrial membrane potential. The current literature would
suggest that a loss of anti-apoptotic Bcl-2 family proteins, notably Mel-1, with maintenance of
pro-apoptotic proteins such as Bax, is the key driver for perturbation of mitochondrial stability
and apoptosis [16]. As neutrophils possess relatively few mitochondria, this is still an area of
hot debate.

4. AGEING AND NEUTROPHIL FUNCTION

From the preceding description of neutrophil biology and function it should be clear that defects
in any of the aspects of neutrophil production and activation would seriously undermine the
immune response to bacteria. We will now review the current understanding of the effect of
age on neutrophil function and will also speculate on some of the potential causes of loss of
neutrophil function with age. The latter will include consideration of the potential role of the
neuroendocrine immune axis.

4.1. Neutrophil production

Immunosenescence is defined as the state of dysregulated immune function that contributes to
the increased susceptibility of the elderly to infection and possibly to autoimmune disease and
cancer. Despite the fact that neutrophil function does decline with age and will be a significant
factor in immunosenescence and the well documented increase in bacterial infections in the
elderly [9], there is relatively little known of the molecular basis of this loss of function [17].
As stated above, neutrophils are short-lived, fully differentiated leukocytes with no proliferative
capacity that gradually senesce before dying by apoptosis. The rate of release of neutrophils
from the bone marrow is therefore a major influence on circulating cell numbers and overall
functional efficiency. Vulnerability to infection in the elderly could result from an age related
decline either in neutrophil supply and/or function. Several studies have shown that neutrophil
numbers in the blood and neutrophil precursors in the marrow [18] are not lowered in healthy
elderly subjects, although the proliferative response of neutrophil precursor cells to G-CSF was
reduced[18]. As responses to GM-CSF and IL-3 were unaltered with age, the reduced response
to G-CSF is unlikely to affect the ability of the elderly to maintain normal neutrophil numbers.
During acute infection we have also shown that the elderly can produce a normal neutrophilia
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[19], providing further evidence that basic granulopoiesis is maintained in the elderly. However,
during periods of chronic infection, neutropenia can arise in the elderly [20], and this could in
part be caused by the reduced responsiveness to G-CSF. Therefore, reduced neutrophil supply
is unlikely to be a major component of innate immunosenescence and is only likely to influence
neutrophil responses during established chronic infection.

4.2. Neutrophil extravasation and chemotaxis

In vitro studies of chemotaxis have found no consistent evidence of compromised migratory
responses of neutrophils from healthy elderly subjects, with the majority of studies showing
that chemotaxis was either unaltered [7] or only slightly reduced [21]. Measurements of adhe-
sion molecule expression on neutrophils also suggest the lack of any negative effect of ageing
on neutrophil recruitment processes. The level of CD 15, which binds to E-selectin on vascular
endothelium and mediates neutrophil rolling, was slightly increased with donor age [22], CD1 la
was found to be unaltered [23] and CD 11 b has been reported as either unaltered or slightly
increased in the elderly [22,23]. Taken together, these data suggest that reduced extravasation
and recruitment of neutrophils are not major factors contributing to increased risk of infection
in the elderly.

4.3. Neutrophil phagocytosis of pathogens

The data concerning phagocytic ability of neutrophils from the elderly are reasonably consist-
ent. Studies measuring phagocytosis of opsonized bacteria or yeast and opsonized zymosan as
the neutrophil target have all shown a significant reduction in phagocytic ability in the elderly
[19,22,24]. Reduced phagocytic ability appears to comprise both reduced number of cells with
phagocytic capacity and reduced uptake of targets on a per cell basis. The reduced response of
neutrophils to Staphylococcus aureus [24] is of particular clinical importance because of the
increased susceptibility to this pathogen in elderly subjects. The few studies that have not found
decreased phagocytosis have in the main used targets either not opsonized with complement and
antibody [25] or coated only with antibody [26]. Thus adequate recruitment to sites of infection
must be off set by reduced phagocytic capacity and thus play a part in the poor resolution of
infections in the elderly.

The molecular basis of reduced phagocytosis in neutrophils from elderly subjects is not fully
understood. However, Emanuelli et al showed that neutrophil phagocytosis of unopsonized
bacterial targets occurred at the same low level in young and old subjects [25]. Their data sug-
gest that the receptors for innate recognition of bacterial components (CD 14 and TLRs) are not
affected by ageing and moreover, confirm that they do not contribute significantly to phagocyto-
sis in the absence of complement and antibody. However, it is possible that some of these recep-
tors are affected by ageing but that there is compensation by other receptors of similar function.
In particular a recent study of TLR expression in macrophages in mice has shown a significant
down regulation of TLRs and TLR function with age [27]. Toll-like receptors (TLR) are pattern
recognition receptors that recognize conserved molecular patterns on microbes, for example
TLR 1, 2 and 6 recognise components of the cell wall of gram-positive bacteria (peptidoglycan)
and yeast and TLR 4 recognise the gram-negative component LPS. Macrophages from old mice
were seen to have reduced expression of all nine TLRs and demonstrated reduced secretion of
IL-6 and TNF-a after TLR ligand stimulation [27]. As neutrophils also use TLR for pathogen
recognition it is possible that their expression is also affected by age, though this remains to be
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established.
The reduced response of neutrophils to opsonized targets [ 19,24,25] suggests that the relevant

receptors may be present at reduced levels or have compromised signaling function, particularly
as serum IgG and complement levels are within the normal range or slightly increased in the eld-
erly [7,28]. Levels of complement receptors CD1 lb and CD1 lc, as stated above, are essentially
unaltered in the elderly and there are no published data concerning expression of CR1/CD35.
However, phagocytosis of yeast by neutrophils is reduced in the elderly [19,25] and as this proc-
ess is mediated entirely via complement receptors, we would predict that complement receptor
function would be affected by age. Thus signaling via complement receptors may be compro-
mised in neutrophils from elderly subjects, though no data exist at the moment to support this
proposal. There is also a paucity of data regarding Fey receptor expression or related signaling
pathways in the elderly. Our recent work has examined the expression of Fey receptors on the
neutrophils of healthy young and elderly donors [19]. This study identified a marked decrease
in expression of the constitutive Fey receptor CD 16 and this loss of cell surface expression cor-
related with reduced phagocytosis of E.coli.

A A. Neutrophil intracellular bactericidal processes

Neutrophil microbicidal activity has been examined by several groups and although data have
often been conflicting, a majority support a decline in cytotoxicity towards bacteria and yeast
with age [21,26]. What is not clear from these basic assays is whether the observed reduction
in microbicidal function is additional to the decline in phagocytic capacity, or occurs second-
ary to this effect. Analysis of individual microbicidal processes addresses this question. Sev-
eral authors have reported normal superoxide production by neutrophils of elderly subjects in
response to fMLP [21,22], whilst others have shown reduced responses in mice and humans
[29,30]. In contrast to the data regarding fMLP, studies concerning superoxide generation in
response to paniculate stimuli and Fc receptor ligation consistently report a reduced response in
the elderly. In a publication by Wenisch et al, superoxide generation was decreased in response
to S. aureus, but not to Escherichia coli [24], an observation with particular clinical relevance
bearing in mind the reduced ability of the elderly to resolve infection to Gram-positive bacteria.
It is possible that neutrophil superoxide responses to E.coli involve binding of LPS to CD 14 [31]
and TLR4 and may be unaffected by age, whilst responses to Gram-positive bacteria such as S.
aureus, which are dependent upon complement and Fc receptor mediated superoxide response,
are significantly reduced in the elderly [26]. Such data again identify Fc mediated responses as
a significant factor in age related neutrophil functional decline.

4.4. Neutrophil priming

Neutrophil responses to microbes and soluble microbial products (fMLP) at the site of infection
are optimized by the agents that prime the neutrophil in the circulation and during extravasation,
e.g. TNF-a and GM-CSF both increase superoxide generation in response to fMLP. Seres and
colleagues have shown that neutrophils from elderly volunteers were not primed as efficiently
by GM-CSF as those from young subjects [31]. The importance of these data extend beyond the
priming of the neutrophil, as priming by cytokines such as GM-CSF is also able to extend the
short life of the neutrophil at sites of infection by inhibiting apoptosis [11], improving its bac-
tericidal efficiency. The ability of GM-CSF, G-CSF and LPS to delay neutrophil apoptosis was
found to be significantly reduced in the elderly [32,33]. From these data it can be predicted that,
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compared with their younger counterparts, neutrophils from elderly donors will respond less
well to infectious stimuli upon recruitment to the site if infection and will also die more rapidly,
blunting the impact of neutrophilia induced in response to infection.

4.6. Mechanisms underlying reduced neutrophil phagocytosis

The underlying cause of reduced neutrophil CD 16 expression has not been established. It is pos-
sible that CD 16, which is a GPI-linked cell surface protein, is shed in to the circulation or that
neutrophils are released from the bone marrow with reduced CD 16. Our preliminary investiga-
tions show that serum CD16 was not raised in the elderly (Butcher, unpublished observations)
and furthermore that during post-infection neutrophilia, in which the blood contains a higher
proportion of neutrophils freshly released from the marrow, there was no change in CD 16
expression on peripheral blood neutrophils in the elderly [19]. The latter suggests that reduced
CD 16 expression arises mainly in the bone marrow. We have also compared bone marrow and
circulating neutrophils from elderly individuals undergoing surgery after hip fracture and have
observed no difference in expression thus indicating that this decline may occur in the bone
marrow. Caution is still required in interpreting these data as both physical trauma, such as hip
fracture, and infection result in increased levels of GM-CSF in the marrow and circulation and
this could induce shedding of CD16 [34].

There is an alternative explanation for the data regarding reduced neutrophil CD16 expression
in the elderly. As stated above, loss of CD 16 expression has been demonstrated to be a marker
of the ageing of neutrophils in the circulation and their approach to senescence and apoptosis
[34]. It is therefore possible that reduced neutrophil phagocytosis could result from the accumu-
lation of older, functionally senescent neutrophils in the circulation in the elderly. Furthermore
this could be mediated by raised serum levels of cytokines that can extend the life-span of neu-
trophils, e.g. TNF-oc, GM-CSF. Unfortunately, there are currently no good biochemical markers
of neutrophil age and therefore this hypothesis cannot be tested directly. However, Fulop and co-
workers have shown previously that neutrophils from elderly humans entered apoptosis slightly
quicker than those from young subjects [32], though the difference did not reach statistical
significance. Moreover, whilst raised serum GM-CSF is not seen in elderly individuals, higher
levels of circulating TNF-a are consistently reported [35]. Thus inappropriately raised levels of
TNF-a in the serum may be sufficient to extend neutrophil survival in the circulation, without
extending functional life-span.

It is unlikely that reduced CD16 expression accounts for the total decline in phagocytic capac-
ity observed in the neutrophils of the elderly, as both the number of phagocytes and the uptake
of bacteria per cell are affected. CD 16 itself does not signal directly and instead functions as an
accessory molecule to the high affinity Fey receptor CD32, amplifying the signal provided by
ligation of CD32 [36]. We would therefore propose that reduced CD 16 could account for the
reduced efficiency of phagocytosis (lower numbers of bacteria engulfed per cell), but would not
explain the low number of phagocytic cells in the elderly. It is therefore important to examine
the signaling pathways associated with phagocytic receptors, for example actin polymerization
and calcium flux in response to whole bacteria in future studies.

Alvarez and co-workers made a detailed study of fMLP induction of superoxide response in
rat neutrophils, which has provided data that may inform upon many aspects of reduced neu-
trophil responses in the elderly. They showed that the defect in activation of NADPH oxidase
occurred proximal to the fMLP receptor, in particular membrane lipid content was altered with
a decreased cholesterol to lipid ratio and a 50% decrease in phosphoinositides [30]. The former
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is significant, as it would affect membrane fluidity and lipid raft formation, which are both
important for cell signaling. Lipid rafts are discrete membrane microdomains rich in cholesterol
and sphingolipid and allow the assembly of signaling complexes within the plane of the cell
membrane. Some cell membrane proteins, including GPI-anchored proteins such as CD 16, are
constitutively associated with lipid rafts and rely upon them for their association with other com-
ponents of their signaling pathway. Thus altered membrane lipid composition in neutrophils in
the elderly [30] could also affect signaling through phagocytic receptors. It is potentially signifi-
cant that perturbation of lipid raft function and membrane lipid composition has been reported
for both neutrophils and T cells [30,37] with age and may represent a common effect of the
ageing process on immune cell membranes that impacts upon cell signaling and cell function.
The reduced levels of phosphoinositides reported by Alvarez and co-workers could also impact
upon signaling through protein kinase C, a signaling pathway involved in neutrophil superoxide
generation, phagocytosis and apoptosis.

From the preceding review of the decline in neutrophil function with age it is clear that the
mechanisms involved at the cellular level are various, including membrane lipid composition
changes and alterations in cell surface effector receptor expression. Whilst some of the under-
lying causes of these changes are partially understood and may arise in the bone marrow, it is
also possible that the environment of the ageing body also influences neutrophil function. It is
important to integrate information on cellular alterations identified in vitro with global changes
in the body of the elderly in which the cells function and interact in vivo. In this final section
we will propose that changes in the hormonal environment, specifically that influenced by the
hypothalamo-pituitary-adrenal axis, could contribute to immunosenescence in the neutrophil.
Moreover, that manipulation of adrenocortical hormones could offer a therapeutic strategy in
elderly patients with both trauma and age-associated immune suppression.

5. AGEING AND ADRENAL STEROID PRODUCTION

As this topic is dealt with in detail elsewhere in this volume (see Bornstein), only a brief outline
will be made here. Ageing is associated with a gradual but dramatic change in the serum ratio
of adrenocortical steroids, namely the glucocorticoids cortisone and cortisol and the anti-glu-
cocorticoid dehydroepiandrosterone (DHEA). The latter is present in serum together with its
intraconversion product DHEA sulphate (DHEAS). In contrast to cortisol secretion in the eld-
erly, which remains unchanged, DHEA secretion is reduced with age[38]. The serum levels of
DHEA/DHEAS are very low in the first years of life and then progressively rise until reaching
maximum levels in the third decade. After the age of thirty the levels of DHEA/DHEAS then
decline at a rate of 1-2% per year, thus by the 8th and 9th decades only 20-30% of the maximal
level remains. Therefore in later life there is a relative glucocorticoid excess in the serum, which
could have profound effects on immune function bearing in mind the well documented immuno-
suppressive effects of glucocorticoids.

Cortisone is an adrenal glucocorticoid and is one of the stress hormones produced at elevated
levels during physical and emotional trauma. Glucocorticoids are potent immunosuppressive
agents and it has been suggested that the cortisone levels reached in response to traumatic injury
are significantly immunosuppressive [39]. Most of the data regarding the effects of glucocorti-
coids on the immune system have examined the effects on the adaptive immune response. For
example, dexamethasone has been shown to inhibit T-cell proliferation in response to antigen
and thus block the clonal expansion necessary to amplify the primary response. This may relate
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to its ability to suppress IL-2 production and enhance IL-4 production in antigen specific cloned
T cell lines [40]. Glucocorticoids are also potent inducers of T cell apoptosis, which would again
blunt the adaptive immune response. Only very limited data are available on the effects of glu-
cocorticoids on neutrophil function. Working with bovine neutrophils superoxide production has
been examined utilizing a luminol dependent chemiluminescent assay. Cortisone, cortisol and
dexamethasone all gave a significant reduction in superoxide production in response to PMA,
although the levels of glucocorticoids were far in excess of physiological levels [41]. However,
these findings have been reproduced in human neutrophils in-vitro with a decrease in superoxide
production in response to fMLP after culture with cortisol at physiological levels [42]. Neu-
trophils therefore appear to be a target of glucocorticoid actions, though it is unclear whether
they affect immune function in healthy elderly individuals. There are no reports of an effect of
glucocorticoids on phagocytosis and this is the most consistent element of neutrophil function
reported to decline with age.

Dehydroepiandrosterone (DHEA) is another steroid hormone produced by the adrenal gland.
Various effects of DHEA have been observed including positive effects on the CNS, which have
been most well characterized. A large-scale epidemiological study, found a correlation between
people taking DHEA supplements and a feeling of well being. Other effects of DHEA recorded
include reduction of body weight, inhibition of mammalian glucose-6 phosphate, anti tumour
effects, and an anti diabetic effect through a reduced blood glucose mechanism [43]. With regard
to immune function, DHEA is considered to have anti-glucocorticoid effects and would there-
fore be expected to be generally immune enhancing. Studies supporting the immune enhancing
effects of DHEA have mainly involved mice and the beneficial effects in man are less clear. For
example mice treated with a number of pathogens including herpes viruses, Coxsackie virus
B4, Enterococcus faecalius and Pseudomonas paravum, have been protected against infection
after treatment with DHEA [44]. These data suggest that DHEA supplementation may be ben-
eficial, especially in those groups of elderly who are at increased risk of infection, for example
following physical trauma such as hip fracture [45]. Indirect evidence for DHEA as an immune
enhancing steroid in humans comes from studies of patients with hypopituitarism. The major-
ity of these patients have had their pituitary removed due to malignancy and are supplemented
for the major adrenocortical hormones, with the exception of DHEA. These patients provide a
model for the effect of low serum DHEA, in the presence of normal levels of glucocorticoid, on
immune function in the absence of other age-related effects. A recent retrospective study of 1014
patients in the UK with hypopituitarism, found that there was an excess mortality with respira-
tory disease being a major cause of excess mortality [46]. Whilst the cause of increased respira-
tory infections was not known the data could be explained by compromised immune function in
these patients. These data do at least suggest that the presence of reduced serum DHEA could
affect in immune function, distinct from other factors that are secondary to the broader decline
in adaptive and innate responses in the elderly.

5.1. DHEA supplementation and immune function

DHEA supplementation studies in humans are sparse and limited in their design and need to
be expanded to confirm the positive results found in mice. They have also tended to focus upon
adaptive immune responses and there are consequently no published data concerning DHEA
supplementation and neutrophil function or susceptibility to infection in humans. Our prelimi-
nary in vitro data have shown that DHEA is able to improve superoxide generation in response
to fMLP and is also able to delay neutrophil apoptosis (Figure 3). These data do not allow us
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Figure 3. Effect of DHEA on neutrophil function.

Neutrophils were isolated and incubated with 100 nM DHEA for 1 h prior to stimulation with fMLP and measurement of

superoxide generation (a). Neutrophils were also incubated overnight with DHEA and apoptosis determined by analysis

to rule out an action of immediate DHEA metabolites such as androstenediol, which have been
shown by others to have immune enhancing functions in mice [47]. Interestingly we have also
found recently that the effects of DHEA on neutrophil apoptosis were dependent upon activa-
tion of protein kinase C [Wang unpublished observations] and the ability of DHEA to improve
macrophage function has also been linked to modulation of PKC [48]. However, DHEA could
not improve phagocytosis in neutrophils (data not shown) and so may not be able to restore neu-
trophil function in healthy elderly subjects.

5.2. Trauma responses in the elderly

As immune function and resistance to infection are decreased in the elderly under specific situ-
ations, such as trauma [49], DHEA supplementation may actually be most beneficial at times of
stress in the elderly, when the glucocorticoid to DHEA ratio is further exaggerated. As already
discussed, trauma is associated with increased serum levels of immune-suppressive glucocorti-
coids, such as cortisol and cortisone. In the elderly this cannot be balanced by increased secre-
tion of DHEA and one could predict that this would increase susceptibility to infection. The
incidence, outcome and risk factors associated with infection in trauma patients have been exam-
ined extensively. It is well documented that after trauma patients become prone to infection. One
study has demonstrated that hospitalized trauma patients are at a high risk for infectious morbid-
ity, with 37% of patients developing at least one infection [50]. In one extensive study of 10,308
patients hospitalized with multiple trauma, the most common sites of infection were the lower
respiratory tract (32%), urinary tract (17%) and surgical wound (12%) [51]. This study demon-
strated the pattern of infecting organisms most frequently isolated were S. aureus (25%), E.coli
(13%), P. aeruginosa (10%), and Enterobacter species (10%). 5. aureus has consistently been
found to be the most frequently encountered pathogen in the trauma patient population [50].
These studies have focused upon severe trauma, but it is also clear that mild, acute trauma also
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significantly increases morbidity and mortality in the elderly. Hip fractures are an acute trauma
occurring with highest incidence in the elderly, with the rate of hip fracture doubling every 5
year increment. Infection has been established as a major cause of extended hospital stays [45],
readmission to hospital and of excess mortality [52] in elderly hip fracture patients. Of particular
interest is the finding that bacterial and fungal infections predominate in hip fracture patients
[52], again suggesting that neutrophil function is suppressed in these patients.

Our research has examined the incidence of infection after fractured neck of femur [49]. The
findings demonstrate that the combination of old age and trauma make individuals particularly
prone to bacterial and fungal infection with almost 50% of patients presenting with bacterial
or fungal infection within 6 weeks of trauma. These individuals showed a very low superoxide
production in response to the bacterial peptide fMLP after trauma, combined with an age related
low phagocytic capacity. Serum levels of cortisol were increased in these patients, increasing the
cortisol:DHEA ratio more than 10 fold. As our in vitro studies showed that DHEA can increase
superoxide generation (Figure 3), this may be a suitable prophylactic intervention therapy in
elderly hip-fracture patients. Interestingly, DHEA supplementation has been shown to normalize
the elevated levels of serum cortisone seen following injury and its anti-glucocorticoid actions
may therefore include suppression of cortisone secretion [39]. These data add further support for
a post-trauma utility for DHEA supplementation.

6. CONCLUDING REMARKS

There is now little doubt that human ageing is accompanied by a gradual dysregulation of
immune function which is likely to contribute to the increased incidence of infectious disease,
chronic inflammatory disease and possibly also cancer, in the elderly. Ageing affects both the
adaptive and innate immune systems. In the innate system there is a significant reduction in
the bactericidal responses of neutrophils to both yeast and bacteria. Superimposed upon these
changes is a gradual increase with age in the glucocorticoid (cortisol) to anti-glucocorticoid
(DHEA) level, producing an immune suppressive environment. This detrimental steroid milieu
is further increased at times of stress, increasing the risk of infection in the elderly. Correcting
this imbalance with DHEA supplementation may provide a cheap, safe and beneficial therapy to
reduce trauma associated infections and mortality in the elderly.
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ABSTRACT

With ageing we assist to an alteration of the immune response. Recently it became evident that
apoptosis can modulate the functions of cells participating in the immune response. Thus it can
be supposed that an alteration in apoptosis of T cells and polymorphonuclear neutrophils might
explain some of the alterations found with ageing. It was shown that the activation induced cell
death of T cells is altered with ageing, however the exact effect is not definitively determined
for each T cell subpopulation, mainly for the CD8+CD28- T cells. It was also shown that PMN
could not be rescued from apoptosis by pro-inflammatory agents such as GM-CSF. Moreover, an
alteration in the signal transduction of pro-apoptotic and anti-apoptotic pathways was found in T
cells and PMN of elderly subjects. The executioner phase of the apoptotic pathway involving the
Bcl-2 family members and the caspases was also found to contribute to the altered apoptosis of
immune cells with ageing. The contribution of each of these components to the alteration with
ageing in T cells and PMN will be reviewed.

1. INTRODUCTION

Ageing is a very complex phenomenon which is genetically and environmentally determined,
but the exact part of each is largely unknown [1]. Cells die either by apoptosis or necrosis [2].
Both necrosis (where the cell membrane is ruptured and the released cell content causes a mas-
sive inflammatory response) and apoptosis (where the cell content remains well contained in
apoptotic bodies and inflammation does not occur) are well characterized at the cellular and
molecular levels. Apoptosis is an active, gene directed cell suicide in response to various
external as well as internal stimuli [3]. Apoptosis is a normal, physiological process which
plays a crucial role during embriogenesis, tissue homeostasis and remodelling, or in shaping
and maintaining the repertoire of immune cells [4]. Insufficient apoptosis can contribute to the
pathogenesis of cancer, autoimmune disorders and viral infections. On the contrary, excessive
apoptosis results in inadequate cell loss and consequent degenerative diseases such as Alzheimer
disease or immune senescence [5,6]. Thus, apoptosis could play an important role, depending
on the stage of development either in maintaining functions (activation induced cell death) or
decreasing functions (immunosenescence). These phenomena are compatible with the decreased
life expectancy observed in p53+/m mice [7] in accordance with the antagonistic pleiotropy [8].
Moreover cellular senescence, tumor growth and longevity are strictly interconnected and
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deeply related to apoptosis [9,10] .
It is well established that the immune response is declining with ageing. This decline affects

all part of the immune system, however it seems that the decline in cellular immune response
mediated by T lymphocytes is the basic one [11]. The immunological alterations with ageing
include T cell proliferative response to mitogens and antigens (clonal expansion), altered
cytokine expression and T cell subpopulations with an increase in the memory phenotype [12].
This accumulation of memory phenotype suggests that most of the peripheral T cells are already
proliferated and manifest a decreased telomere length [13]. Moreover, the co-receptor CD28 is
playing an important role in T cell full activation and its loss is leading to anergy and increased
susceptibility to apoptotic stimuli, resulting in clonal deletion. An age-dependent increase in
CD8+CD28- T cells, having a high cytotoxic capacity, both in percentage and absolute number,
has been found in elderly people as well as in the oldest old [14]. These cells also show a short-
ening of telomere length. The exact cause of these alterations is just starting to be elucidated.
Several causes may be evoked such as the decline of thymus functions, the alteration of signal-
ling through various receptors, the shift in T cell subpopulations which could be directly related
to an alteration in T cell apoptosis.

Experimental data suggest that there also exists decreased receptor mediated functions in the
innate immune system including monocytes and polymorphonuclear granulocytes (PMN) [15].
The phagocytic as well as the killing activities are altered. Recently, it was also shown that the
polymorphonuclear granulocytes apoptosis delaying activity of various growth factors such as
GM-CSF is altered with ageing [16,17].

Apoptosis is executed by caspases. There exists initiator and effector caspases. Caspases are
activated via an extrinsic (death receptor signalling) pathway or an intrinsic (death receptor
independent/mitochondrial) pathway [18]. There is overwhelming evidence suggesting that
regulation of apoptosis is altered in ageing. This has led to the plausible explanation of several
age-related changes, such as the decrease in immune functions. Scanty and controversial data
exist concerning immune cells [19]. Nevertheless, profound change in apoptosis of T cells and
PMN exist with ageing and we will review in details what are the possible determinants of these
changes.

2. T CELL APOPTOSIS AND AGEING

Apoptosis in T cells is well characterized, and recent studies indicate that with advancing age,
defects in T cell apoptosis may correlate with increased autoimmune disorders and susceptibility
to infections in older individuals [20]. Apoptosis is a fundamental part of normal T-lymphocyte
maturation and selection. Physiologically any T cells that bind to self antigens or make non-
functional receptors undergo apoptosis [21]. The age-dependent diminished synthesis of growth
and survival factors, transmembrane signalling defects, default in the expression of particular
genes implicated in the control of cell proliferation and the inability to cope with oxidative
stress are susceptible to initiate the apoptotic process in ageing organisms [21]. In several studies
ageing was found to increase CD8+ T cell apoptosis by overstimulation through the TCR [22].
Furthermore, with ageing the percentage of apoptotic cells collected at basal status is increased
as the susceptibility to mitogenic stimulation (PHA, ant-CD3mAb) and to AICD [23,24]. Fur-
thermore, interleukin-2 (IL-2) is also less efficient with ageing to rescue T cells from apoptosis.
Lymphocyte apoptosis is mediated either by surface receptors such as Fas, TNF or by the mito-
chondrial pathways.
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2.1. Death receptor pathway

2. /. /. TNF-a, apoptosis and ageing

Tumor necrosis factor-a (TNF-a) is a pleiotropic pro-inflammatory cytokine which secretion
is increased with ageing [25]. Gupta et al [26-28] showed that TNF-a induced more apoptosis
in CD4+ and CD8+ cells with ageing in comparison to young subjects. This was also true for
CD45 RA+ (naive) and CD45RO+ cells (memory) [29]. This similar susceptibility to apoptosis
manifested by naive and memory T cells would suggest that the increased apoptosis observed
with ageing is not the consequence of the age-related accumulation of memory type cells. In
parallel, the expression of TNF-RI is increased, while that of TNF-RII is decreased. There
exists two distinct TNF receptors, namely TNF-RI and TNF-RII [30] by which TNF-a exerts
its biological activity. TNFRs belong to the family of nerve growth factor receptors and are type
I transmembrane receptors. These receptors differ in their structure and signalling pathways as
well as in their biological effects [31,32]. TNF-RI contains DD whereas TNF-RII does not. This
composition determines that TNF-RI signals cell death and survival, whereas TNF-RII mediates
cell survival.

2.1.1.1. Signalling through TNF-RI
Ligation TNF-RI will recruit an adapter molecule TNF-R associated death domain (TRADD) as
the DD domain does not possess any intrinsic enzymatic activity [33,34]. Furthermore, an other
adapter molecule is recruited the Fas-associated death domain (FADD). To this complex the
procaspase 8 is recruited and this completes the formation of a death inducing signal complex
(DISC). During the formation of this complex the procaspase 8 is activated, detached and serves
as an enzyme for the down-stream effector caspases-3, -6 and -7 [35]. The activation of these
effector caspases finally results in the morphological and biochemical features of apoptosis.
Considering the importance of the apoptotic process, the whole signalling process is under tight
control. Several inhibitory molecules might intervene at different steps of the activation. The
apoptosis mediated via FADD is regulated by Flice-inhibitory protein (FLIP) which appears to
inhibit the initiator caspases. On the other hand, it was also shown that FLICE activate survival
signals by inducing the activation of NFkB and Erk [36]. Altogether, the activation of TNF-RI
mainly mediates signals leading to cell apoptosis.

The expression of TNFRI was increased in T cells from elderly subjects compared with young
subjects [26-28]. This leads to increased signalling resulting in increased apoptosis of T cells.
Consequently, the TRADD, FADD and Bax expression was also found increased in T cells
with ageing resulting in increased and early activation of both initiator (caspase-8) and effector
(caspase-3) caspases. This increased apoptosis was similar in memory (CD45RO+) and naive
(CD45RA+) T cell subsets. The literature is rather contradictory concerning the individual sus-
ceptibility of T cell subsets to apoptosis [20,24,37]. This leads to conflicting results depending
on the method of measurement, on the stimulating agent used and finally on the activation status
of the cells. Altogether these results suggest that the increased apoptosis in T cells with ageing
is not due to the shift in CD45RO+ T cells, but could nevertheless contribute to the decrease of
CD45RA+ T cells.

With ageing it has been shown that a very specific T cell subsets is increasing with a
CD8+CD28- phenotype [38]. CD28 is an important receptor that affects both T cell activation
and susceptibility to apoptosis. McLoad et al. [39] have shown that costimulation via CD28 in
superantigen blast cultures leads to resistance to CD95 ligation which may be due to increased
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levels of intracellular regulator Bcl-XL [40]. These subsets represent suppressor T cells. These
cells are generated the most probably after repeated stimulation with allogeneic or xenogeneic
antigen presenting cells. However, other experimental evidences seem to indicate that these
cells do not derive from naive cells but are directly generated in the bone morrow [41]. Gupta
et al [26-29] observed that these are effector memory T cells and are more susceptible to
TNF-a induced apoptosis than CD8+CD28+ T cells. Others also found that CD28 low cells
are more susceptible to apoptosis than CD28+ T cells [39,42] However, this is equally true for
CD8+CD28- T cells from young and elderly subjects. If this is the case what might explain the
increase of the CD8+CD28- T cell accumulation with ageing? It appears that even this subpopu-
lation can be divided between central and effector memory T cells and that ageing affects them
differentially. In contrast, Effros's laboratory indicate that in parallel to the increase of CD28- T
cells in elderly individuals these senescent T cells are quite resistant to apoptosis [43]. The exact
nature of these contradictory results are unknown. An other phenomenon might be considered.
It was stated that these CD8+CD28- T cells are in a state of replicative senescence with a certain
functional capacity, but unable to proliferate or die by apoptosis. In fact replicative senescence
itself may lead to a block in apoptotic pathway [43]. This may be attributed to an increased Bcl-
2 expression. Finally, the contribution of the altered receptor signalling might be also evoked.
Actually, there are no sufficient data to explain by the apoptotic phenomenon why these special
subsets of T cells is accumulating with ageing.

2.1.1.2. Signalling through TNF-RII
As this receptor is lacking of cytoplasmic DD it is able to bind TNF-R associated factor-2
(TRAF2) which is able to recruit the cellular inhibitor of apoptosis proteins cIAP-1 and cIAP-2
[31,34,44]. This leads to the activation of the MAPK pathway and finally to the NFkB transloca-
tion to the nucleus. NFkB has been shown to inhibit apoptosis [45]. NFkB is regulating several
immune response gene such as for cytokines, chemokines, cell surface receptors and adhesion
molecules expression. In resting state the NFkB is kept in the cytoplasm in an inactive form by
an inhibitory protein, IkB and when exposed to its inducers such as TNF-a, IkB is phosphor-
ylated. After this phosphorylation IkB is degraded by the 26S proteasome. The free NFkB trans-
locates to the nucleus where its activate the transcription of antiapoptotic genes, such as c-iapl,
c-iap2, xiap, gadd45\i, and Bcl-XL. This suppression of apoptosis by NFkB is important for
biological functions of TNFa. Finally, the studies concerning the NFkB in T cells are showing a
decreased phosphorylation of IkB and activation of NFkB in TNF induced T lymphocytes from
aged humans [46]. Ponappan et al [47] have suggested that this decreased induction of NFkB
in T cells with ageing could be due to decreased proteasome mediated degradation of Ik-B. All
these data suggest that in T cells from aged subjects there is a decreased TNF-a mediated NFkB
activity correlated with the decreased expression of TNFRII.

It was suggested that the TNF-RII may also play an important role in the regulation of apopto-
sis induced by TNF-RI. However, the exact mechanism of this interaction is still unknown. It is
of note that the effect of these receptors is changing dependent of the cell studied. In T cells this
receptor does not induce apoptosis, but modulate the TNF-RI apoptosis inducing effect through
the modulation of RIP [48]. With ageing the TRAF-2 expression is decreased explaining partly
the increased susceptibility to apoptosis induction of T cells via TNF-a equally for CD4+ and
CD8+ T cells.

In summary, T cells from aged subjects show increased expression of TNFRI and decreased
expression of TNFRII. The increased susceptibility of T cells to apoptosis with ageing under
TNF-a stimulation might be due to the increased signalling through TNFRI while the increase
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of the antiapoptotic NFkB through TNFRII is decreased [49]. This is further supported by the
work of Gupta et al [28] that the overexpression of TNFRII by transfection in T cells from aged
subjects (to achieve levels comparable to young subjects) decreased the TNF-a induced apop-
tosis to a level comparable to the levels that was observed in young subjects. Modulation of the
TNFRI or II could be a therapeutic target in the modulation of altered immune response with
ageing.

2.1.2. The Fas/FasL receptors and ageing

The other very important apoptotic pathway in the immune system is triggered by CD95 (Fas/
Apol) [50]. Fas controls several immune processes, including selection of T cell repertoire, dele-
tion of self reactive T cells and cytotoxicity against target cells or tissues. CD95 is a member
of the TNF superfamily expressed on various tissues, whereas the expression of its ligand
(CD95L) is more restricted to a few cell types including T cells, macrophages. CD95L is not
present in resting T cells, but is highly expressed upon T cell activation [51]. Activated T cells
may undergo apoptosis using the CD95/CD95L system. This system mediating the activation
induced cell death (AICD) is known to play an important role in the maintenance of peripheral
lymphocytes homeostasis. Thus, apoptosis occurring through CD95 is vital in the regulation of
T cell numbers following antigenic stimulation.

CD95 ligation activates the adapter protein FADD. FADD then directly activates caspase-8
which acts directly on caspase-3 [26,52]. However caspase-8 cleavage of Bid results in trans-
location of Bid to the mitochondria with subsequent cytochrome c release. Thus, Fas induced
apoptosis is either mitochondria independent or mitochondria dependent. Moreover, regulation
of CD95 apoptotic signals occurs through intracellular proteins of the bcl-2 family from which
Bax and Bad are pro-apoptotic and Bcl-2, Bcl-XL are anti-apoptotic.

It was shown that defective Fas-mediated apoptosis is one of the major mechanisms associ-
ated with the accumulation of senescent T cells in very old mice [53]. A decreased AICD of CD8
T cells was found in old mice compared to CD4+ T cells which may explain the expansion of
CD8+ T cells with ageing. Thus CD8+ T cells of mice are more resistant to apoptosis compared
to CD4+ T cells. This decreased apoptosis in CD8+ T cells is primarily associated with defect in
the upregulation of FasL after activation and a decrease in Fas apoptosis signalling [53].

In contrast, it was found that lymphocytes from elderly subjects overexpressed the apoptosis
molecule Fas (CD95), at the protein as well as at the mRNA levels, which induces apoptosis in
the presence of FasL during AICD [37]. Both the density of CD95 expressed on lymphocytes
as well as the number of CD95+ T cells is progressively increased during the course of ageing
and that it reaches the highest levels in donors of the sixth through the seventh decades. Identi-
cal findings were reported under mitogenic stimulations of T cells from elderly subjects. It then
decreases and in the oldest donors values are the same as those observed in adult subjects. The
decrease is mainly due to the loss of CD4+ cells. Not only the expression of CD95 is increased
with ageing, but this is linked to increased CD95-induced apoptosis as well as to constitutive
activity of caspase-3 and 8 with ageing [54-58]. What about the expression of CD95L? There
are contradictory results, because of Gupta [27] showed an increased expression in lymphocytes
with ageing, while Pinti et al. [59] showed a decreased expression being more marked in cen-
tenarians. Thus, T cells of elderly subjects seem to be more susceptible to apoptosis than their
younger counterparts, however the exact role of the Fas/FasL system is still unknown.

The discrepancy between experimental animals and humans concerning the Fas/Fas-L system
may reflect differences between the in vitro and in vivo conditions, the nature of apoptosis stim-
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uli, the stage of the development of cells or the sub-population of the cells under study.
There is no consensus on the modifications of the number of CD3+, CD4+ and CD8+ T

cells in the course of development and of ageing and its relationship with survival. Moreover,
the CD4+ and CD8+ T cells subpopulation demonstrate differential susceptibility to apoptosis
under stimulation even at a high expression of CD95 in all cells. The CD4+ cells are more
susceptible to apoptosis, while CD8+ cells are more resistant. Other studies have demonstrated
similar susceptibility to apoptosis of these two cell populations. In contrast, it seems to exist a
consensus that with ageing there is an increase in CD45R0+ (memory/preactivated) compared
to CD45R0- (naive) T lymphocytes and both of these populations demonstrate an increase in
the expression of CD95 with ageing with a concomitant proneness to undergo apoptosis. These
alterations could explain the decreased secondary immune response with ageing during vaccina-
tion and the overproduction of auto-antibodies.

2.1.3. Receptors and lipid rafts

When triggering CD95 by various stimuli such as CD95L, there occurs a clustering of this recep-
tor [59]. Receptor clustering resembles a kind of polarizing phenomenon requiring asymmetric
organization of the plasma membrane [60]. This clustering is essential for signalling as it pro-
motes the recruitment of lipid rafts containing essential receptors and signalling proteins. Lipid
rafts are small liquide ordered membrane microdomains composed of cholesterol, sphingolipids
and GPI-anchored proteins [61,62]. In case of TNFR and Fas this clustering (trimeric receptor)
leads to the formation of a death inducing signalling complex (DISC) [63]. Recent experimental
data suggest that lipid rafts are required for efficient Fas signalling in peripheral lymphocytes by
enhancing Fas clustering and signalling when Fas cross linking may be suboptimal [64]. This is
further suggested by the experimental disruption of lipid rafts by methyl-P-cyclodextrine which
extracts the cholesterol from the exofacial part of the plasma membrane. Recently, it was further
shown that Fas and the components of the DISC were recruited to lipid rafts following Fas liga-
tion and that rafts structures were required for the efficient propagation of apoptosis signals by
Fas in human peripheral T cells [65]. It was also found that Fas is constitutively present in lipid
rafts with low level of caspase 8. With ageing there is alteration in the composition as well as in
the coalescence of lipid rafts in peripheral T cells [66]. Many signalling molecules are present in
less amount and their recruitment is also decreased. This leads to a signalling defect for several
receptors, but mainly for TcR/CD3 complex [67]. The cholesterol content is also increasing
with ageing in lipid rafts. There is no actual data on the role of altered lipid rafts composition
in peripheral T cells concerning the constitutive presence of Fas or caspase 8 molecules as well
as on the recruitment of the DISC complex with ageing. However, an increase in Fas receptor
expression and caspase 8 activation was found in ageing with an increased susceptibility to
apoptosis. Thus, we can hypothesize that the lipid rafts alteration observed in the membrane of
T cells may play a crucial role in the altered apoptosis proneness observed with ageing.

Furthermore, the capacity of a cell to polarize is directly linked to an interaction between the
membrane and the cytoskeleton. There is no doubt that apoptosis has dramatic effects on the
cytoskeleton. Through cleavage of intermediate filament proteins, apoptosis alters the integrity
of the cytoskeleton and thereby affects overall cellular structure. On the other hand disruption
of the cytoskeleton by itself can induce or accelerate apoptosis [59]. Disruption of the cytoskel-
eton causes apoptosis via activation of CD95. The cells are able to signal from inside to induce
apoptosis. There is a lack of evaluation of the role of cytoskeleton in the T cell apoptosis changes
with ageing.
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Altogether as for TNFR, the Fas system mediated apoptosis is also increased with ageing. The
data seem to suggest that different subpopulations of T cells are differentially affected in their
susceptibility to apoptosis. Age-related changes in the signalling of these death receptors might
greatly contribute as well as modulate these apoptosis alterations. Nevertheless, the differential
apoptosis susceptibility favours the tendency to lymphopenia, the accumulation of memory type
T cells and the decrease in naive T cells setting the stage for the altered immune response with
ageing.

2.2. The mitochondrial pathway

Mitochondria has been implicated in apoptosis in many ways either by accelerating or contrib-
uting to many forms of apoptosis [3]. In some form of apoptosis, mitochondria undergo major
functional and structural changes that regulate and accelerate cell death. The mitochondrial inner
transmembrane potential (A\j/ ) collapses prior to classical morphological signs of apoptosis.
Following specific mitochondrial proteins are released (e.g. cytochrome c and apoptosis induc-
ing factor) for the activation of caspases [68]. Cytochrome c release from mitochondria is one
of the most intensively studied pathway of apoptosis. Cytochrome c associates with Apaf-1,
caspase 9 and adenosine trisphosphate to form a complex called an apoptosome. This complex
formation would activate caspase 9 which in turn leads to the activation of the executioner cas-
pases, such as caspase 3, 6 and 7. Caspase inhibitors control the activation of this pathway such
as XIAP, C-IAP1 and C-IAP2 [69]. Another key protein released from mitochondria is the apop-
tosis inducing factor (AIF) [70]. Various apoptotic signals such as free radicals, staurosporin,
c-Myc, etoposide and ceramide can lead to mitochondrial release of this proapoptotic protein.
This protein translocates directly to the nucleus to cause chromatin alteration. Thus, this path-
way is mitochondrial dependent but caspase-independent. The Bcl-2 family of proteins is able
to regulate some forms of apoptosis by controlling the release of cytochrome c. Some proteins
of this family such as Bcl-2, Bcl-xL are antiapoptotic whereas others such as bax, Bad, Bak are
pro-apoptotic.

2.2.1. Role of free radicals in inducing apoptosis

The overproduction of free radicals can induce cell death [71,72]. Ageing, as stated in the free
radical theory of ageing is characterized by an increased production of free radicals in sev-
eral tissues or a decreased antioxidant defence leading to a chronic oxidative stress [73]. This
increased production of free radicals may result in the induction of apoptosis. One important
source of free radicals is mitochondria [3]. In mitochondria the complex I is the major site for
the production of free radicals. This complex is encoded by mitochondrial DNA which is prone
in ageing to mutations explaining the alterations of this complex I with ageing [74]. In T cells the
mitochondrial pathway of apoptosis seems to correlate the death receptors induced cell death. T
cells of elderly might be more susceptible to free radicals as with ageing the main antioxidant
defence represented by the reduced glutathione (GSH) is decreased, while the oxidized glutath-
ione (GSSG) increased [75]. This correlated with an increased DNA damage found in these T
cells. However, what is the exact role of the altered free radical induced mitochondrial apoptotic
pathway in the altered T cell apoptosis observed with ageing is still a matter of debate.
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3. APOPTOSIS OF POLYMORPHONUCLEAR NEUTROPHILS (PMN) AND AGEING

Beside the alterations in T cell functions with ageing, it became more and more evident that the
functions of the cells of the innate immune response are also influenced by ageing [17,76-79].
It was shown by several groups that the effector functions of PMNs, such as intracellular killing,
free radical production are decreased with ageing [76]. In FMLP stimulated neutrophils, age-
related decreases have been observed for chemotaxis, superoxide production and lytic enzyme
production [80]. There is a controversy whether the phagocytic activity is altered, but this seems
to depend upon the agent to be phagocytosed [17,76]. These results clearly indicate that with
ageing there is an alteration in PMN functions. The question has been raised why these short
living cells are altered in their function.

It was shown that these PMN functions are dependent on receptors and that the receptor sig-
nalling is also altered with ageing [15]. The most studied receptors are the Fey, C3b, FMLP and
GM-CSF. It was shown that the number of receptors as well as the composition of lipid rafts do
not change with ageing [81]. However, the various signalling pathways such as the calcium, the
MAPK and the JAK/STAT pathways were altered [82,83]. Beside these alterations the survival
of neutrophils under stimulation could also play a very important role in the altered function-
ing. Thus one possible alteration could be the decrease of apoptosis rescue of neutrophils with
ageing.

3.1. Apoptosis of PMNs

Mature neutrophils undergo spontaneous apoptosis very rapidly when maintained in vitro, this
apoptotic sensitivity regulates both their production and survival [84]. Although neutrophils
appear to be committed to apoptotic death in vitro and in vivo, the life span and functional activ-
ity of mature PMN can be extended in vitro by incubation with pro-inflammatory cytokines,
including LPS, IL-2, GM-CSF [85]. This rescue is essential for efficient effector functions of
PMN. On the other hand for controlling this prolonged survival and to avoid the establishment of
a chronic inflammatory process PMN should die. This means that the apoptotic process should
be tightly regulated externally as internally. Thus, PMN survival represents an important factor
for neutrophil efficacy.

Bcl-2, Bcl-X (Bcl-XL and Bcl-XS), Bad and Bax are members of the Bcl-2 family of proteins
and play important roles in regulating cell survival and apoptosis. Bcl-2 and Bax are homolo-
gous proteins that have opposing effects on apoptosis [86]. Bcl-2 serves to prolong cell survival,
but as PMN do not contain Bcl-2, however, other homologous proteins were identified such
as Al and Mcl-1 (novel hematopoietic specific homologues of Bcl-2) [87]. The ratio of Bax
to Mcl-1 is important for death or survival of PMN [87]. GM-CSF was suggested to increase
Mcl-1 expression. These proteins act as ion channels and adapter proteins regulating the release
of mitochondrial proteins into the cytosol in order to activate the caspases that are the terminal
effectors of apoptosis.

The caspase superfamilies have emerged as key players in the regulation of the apoptotic
pathway [18]. Although caspase 3 is the most widely studied caspase it is becoming evident
that there is a molecular ordering of caspases in the apoptotic program [88]. Activation of the
upstream initiator caspase such as caspase 8 leads to the subsequent induction of effector phase
of apoptosis via processing of the executioner caspase such as caspase 3, 6 or 7 [89].

We [16,23] and others [17] have recently demonstrated that the PMN apoptosis is altered
with ageing. PMNs of elderly subjects were unable to delay the survival after proinflammatory
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cytokines stimulation compared with that of young subjects. Thus, this decreased rescue of
PMN of elderly subjects from apoptosis could have important functional consequences.

3.1.1. GM-CSF and PMN apoptosis

GM-CSF is able to delay mature PMN apoptosis [85]. Prolongation of the functional life span
of the PMN by GM-CSF is now thought to represent a further important mechanism whereby
priming may enhance the PMN mediated response to injury or infection. PMNs express a low
number of high affinity GM-CSF receptor. We have shown that the number of GM-CSF recep-
tor (oc-subunit) measured by FACscan did not change with ageing. Several intracellular signal-
ling pathways are known to be activated once the GM-CSF receptor is ligand activated. These
include activation of the JAK/STAT pathway, multiple MAPK signalling pathways and phos-
phatidylinositol 3-kinase (PI3K) pathway. Some of these pathways have been implicated in the
PMN apoptosis rescuing effect of GM-CSF [90].

We studied the GM-CSF elicited signal transduction pathways in relation to its apoptosis
delaying activity and tried to elucidate whether they change with ageing. We have demonstrated
that the Jak2-STAT5 signal transduction pathway is altered with ageing and this alteration con-
tributes to the decreased rescue of PMN from apoptosis by GM-CSF with ageing. We also found
that by modulating the Jak2 phosphorylation by an inhibitory agent AG490 we could blunt
the apoptosis delaying effect of GM-CSF in PMN of young subjects, while this inhibitor had
no effect on PMN rescue from apoptosis by GM-CSF of elderly. These experiments underline
the importance of the JAK/STAT pathway in the rescue and the changes in ageing. The MAPK
ERK1 II have been also shown to be important in the rescue of PMN by GM-CSF. Similarly
to JAK/STAT pathway alterations in PMN of elderly, the MAPK pathway was also found to be
altered. These signal transduction changes in PMNs of elderly under GM-CSF stimulation might
explain the inefficacy of GM-CSF to rescue them from apoptosis [16].

In the later phase of the apoptotic pathway the bcl-2 family members, Mcl-1 and Bax, play
an important role. We found that the expression of Bax was identical in young and elderly PMN
undergoing spontaneous apoptosis. After GM-CSF stimulation for 18 hours Bax expression was
significantly decreased by the GM-CSF and was almost identical to that found in freshly isolated
PMN of young subjects. In contrast, in PMN of elderly subjects, GM-CSF was unable to modu-
late the expression of Bax. The MAPK ERK inhibitor PD98059 and the MAPK p38 inhibitor
SB203580 had no effect on Bax expression in any age group. Mcl-1 was significantly increased
in PMN of young subjects following 18 hours of GM-CSF stimulation compared to spontane-
ous apoptosis. In contrast, in the PMN of elderly subjects, there was a similar decrease after 18
hours of culture either during stimulation or spontaneous apoptosis. The ratio of Bax/Mcl-1 was
0.2 in the PMN of young after 18 hours of treatment with GM-CSF, while it was 0.84 in PMN
of the elderly [91].

Our results suggest that the modulation by GM-CSF of the expression of the bcl-2 family
members, Mel-1 and Bax, as well as their relative ratio, is very important for the rescue of PMN
from apoptosis. In PMN of young subjects, Mel-1 predominates after 18 hours of GM-CSF
treatment relative to Bax content. In contrast, in the PMN of the elderly, there is almost no dif-
ference between Mcl-1 and Bax content under GM-CSF stimulation. The relationship between
these alterations in the expression of the bcl-2 family members with ageing and the alteration of
the JAK2/STAT signaling pathway is not yet fully understood. Nevertheless, as JAK2 is related
to the expression of Bcl-2 there might also be a link between JAK2 and Mel-1.

Furthermore, we have studied the caspase-1 and caspase-3 expression as well as the caspase 3
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activity in PMN of young and elderly subjects. GM-CSF was able to stabilize the pro-caspase-3
expression and decreases the activated form of caspases in PMN of young subjects compared
to that observed during spontaneous apoptosis. This effect of GM-CSF on caspase-3 was much
less pronounced in PMN of elderly subjects. Identical results were obtained when the caspase-3
activity was measured. Altogether GM-CSF could decrease the caspase-3 activity in PMN of
young subjects while this was not the case in elderly [23].

All these results suggest that the inefficient rescue of PMN of elderly subjects from apoptosis
is due either to altered signal transduction pathways ot to a dysregulation of the effector phase.
Furthermore, all these alterations leading to the decreased rescue of PMN from apoptosis might
contribute to the increased incidence of infection with ageing.

3.2. Free radical production of PMNs

One of the most accepted theories of ageing is the free radical theory of ageing, suggested for the
first time by Harman in 1956 [92]. Since then a huge amount of experimental evidence has been
put together for supporting this theory. FMLP receptor-stimulation by FMLP induced the pro-
duction of superoxide anion as well as hydrogen peroxide by phagocytic cells (monocytes and
polymorphonuclear neutrophils) [82,931. This free radical production participates in the destruc-
tion of invading organisms [80,94] and as such in host defence. Superoxide anion may also com-
bine with NO, where the production is also induced by FMLP, to form peroxinitrite (NOO-), a
very reactive free radical. Moreover, these free radicals may also contribute to the peroxidation
of lipoproteins in blood vessel walls. It was demonstrated some time ago that the production
of free radicals by PMN of elderly subjects was decreased under FMLP stimulation, while the
number of FMLP receptors did not change, however being higher in the resting state compared
to young subjects. Moreover, with ageing, superoxide anion production is also significantly
decreased after 24 and 48 hours of PMN culture in the presence of GM-CSF. The increased free
radical production in resting state by PMN of elderly subjects did not seem to influence their
spontaneous apoptosis. However, could this increased free radical production at basal state con-
tribute to the decreased rescue of PMN by GM-CSF with ageing is not fully elucidated. We have
shown that antioxidants, such as Vitamin E or C or N-acetyl-cysteine or dehydroepiandrosterone
were all able to rescue the PMN of elderly subjects from apoptosis [23].

4. CONCLUSIONS AND FUTURE PERSPECTIVES

The decline of the immune response with ageing is revealed by a decrease in delayed-type
hypersensitivity responses, diminished responses to vaccination, increased susceptibility to
infections and cancers. The cause of these defects in age-related immune responses is unknown.
A number of possibilities have been suggested, namely an alteration of the intracellular bio-
chemical cascade pathways that transduce signals from surface receptors such as the TCR, cell
surface co-stimulatory molecules, Fas or cytokine receptors (e.g. TNFR). It is well-documented
that there is an alteration in several signalling pathways with ageing induced by these receptors.
These alterations either in receptor expressions or in signalling lead to an alteration of apoptosis
of T cells or PMNs with ageing. It seems that in elderly persons the T cells are more susceptible
to apoptosis. However controversial results exist concerning the various T cell subpopulations.
In PMNs there seems to be a consensus considering that PMN can not be rescued from apoptosis
by proinflammatory stimuli. Recent findings conceptualising the interaction between ligands
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and receptors on T cells or neutrophils under the form of specialized plasma membrane domains
called lipid rafts help to better understand the mechanism of signal transduction. The sparse data
related to ageing in this context indicate an alteration in the composition and the signaling mol-
ecule content of lipid rafts and enforce the importance of cholesterol in the signal transduction
of TCR, Fas, GM-CSF through lipid rafts.

Taken together one or more fundamental processes that are responsible for ageing may alter
the regulation of immune cell apoptosis. However, whether the apoptotic response is increased
or decreased by ageing may depend on both the inducing signal and the T cell subpopulation.
Upon senescence some cell types might become resistant to certain apoptotic signals. This
resistance to apoptosis may explain why some senescent cells can accumulate in tissues with
age. Tissues may differ how much cells loss or disruption can be tolerated before tissue function
declines. Nevertheless, the alteration in the susceptibility to apoptosis of immune cells will have
serious functional consequences explaining at least in part the altered immune response with
ageing. Further research is needed to elucidate the more precise role of apoptosis in ageing and
in diseases associated with ageing. Finally, the separation of T cells into various well-defined
sub-populations is needed to understand whether these changes are age-related only, or related
to the increase of memory cells or other subsets during life, due to encounters of the immune
system with pathogens. The understanding of these basic mechanisms will lead to the design of
efficient interventions in the changing immune response of elderly subjects.
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ABSTRACT

The studies of age-associated immune remodeling have been concentrated for many years on
the adaptive response, particularly considering the relevance of post-pubertal thytnus involution
that may determine the level of specific immunity. For the past few years, however, the interest
has been increasing in innate immunity, based on new knowledge of its integration with spe-
cific immune effector mechanisms and its key role in initiating the clonal response of adaptive
immunity.

This paper will examine the numerical and functional alterations of MHC-unrestricted immu-
nity during ageing, particularly focusing on cytotoxic cells, and the role that alterations of these
cells may have in the age-related impairment of adaptive immunity.

1. PREMISES

Experimental and clinical data have demonstrated that ageing is associated with a dysregulation
of the immune system, this is called immunosenescence. The age-related immune alteration has
been associated with the increase of infections, tumors, and autoimmune diseases observed in
the elderly population. For many years, studies on immunity during ageing have concentrated on
the adaptive response and its hallmarks, particularly considering the relevance that post-pubertal
thymus involution may determine at the level of specific immunity. Age-related changes in the
adaptive immune system have been well documented and include reduction in clonal expansion
and function of Ag-specific T and B cells and diminished and/or altered cytokine patterns [14].

The phylogenetically ancient defence mechanism, also known as the innate immune system,
has been considered for long time as a separate entity from the adaptive immune response and
has been regarded to be of less importance in the hierarchy of immune functions. For the past
few years, however, interest in innate immunity has grown enormously, based on new knowl-
edge of its integration with specific immune effectors and its key role in stimulating the subse-
quent, clonal response of adaptive immunity. MHC-unrestricted cytotoxic cells, besides to their
direct killing of target cells, seem to play a pivotal role in providing signals that are required for
directing the adaptive immune response. On this ground, age-related alterations of the cellular
components of innate immunity might be involved in the impairment of the adaptive immunity
observed in the elderly.

In this article we will discuss the numerical and functional alterations of MHC-unrestricted
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immunity during ageing, particularly focusing on cytotoxic cells, and the role that alterations of
these cells may have in the age-related impairment of adaptive immunity.

2. MACROPHAGES

Macrophages are important cellular constituents of innate immunity that influence the priming
environment in addition to their phagocytic and tumoricidal functions. They are able to kill bac-
teria, viruses, parasites and tumor cells either directly or through the release of mediators, such
as IL-1, TNF-a, IFN-y, which, in turn, can activate other immune cells. The antigen presenting
capacity of macrophages is linked to their ability to process antigens and to present digested
peptides to T lymphocytes. The function of monocytes and macrophages in ageing has been less
well studied in comparison with that of other leukocyte populations. Early studies conducted in
the 1970-1980 in ageing mice showed normal or enhanced macrophage function [57]. Normal
antimicrobial levels in activated mouse peritoneal macrophages, but delayed onset of activation,
were found in Toxoplasma gondii-infected old mice [8]. The study of functional and physi-
ological properties of monocytes from young and old subjects revealed that neither chemotaxis,
nor phagocytosis, or the adhesion capabilities of peripheral blood monocytes were significantly
altered in the elderly group [9]. Monocyte phagocytosis was found increased with ageing in two
studies [ 10,11 ]. Furthermore, macrophages from old and young adults appeared to produce simi-
lar levels of cytokines [ 12,13]. Recent studies however, have suggested that macrophage number
and function may indeed be altered with ageing. A significant expansion of CD 14dlm/CD 16b"shl

circulating monocytes, which are considered to have phenotypic evidence for activation, has
been reported to occur in elderly persons [14]. In the same study, a significant increase of the
constitutive production of cytokines including, interleukin-1 (IL-l)-p, IL-1 receptor antagonist,
and IL-6, by nonstimulated monocytes from elderly was found. Another study reported a higher
production of IL-6 and IL-1 receptor antagonist (IL-IRa) in the elderly than in young con-
trol subjects, whereas the levels of IL-lp and TNF-a where not correlated with age [15]. The
intracellular levels of TNF-a, IL-6, and IL-lp, when evaluated through flow cytometry, were
increased in monocytes from elderly subjects [16]. However, in a recent study conducted in
young and old subjects screened through the Senieur protocol, no age-related differences were
noted in the absolute amounts of IL-1 P and IL-6 serum levels after normalizing for circulating
monocytes [17]. A defect in macrophage function in old humans was indirectly suggested show-
ing that replacement of "old" macrophages with other sources for activation, such as interleukin-
2, or phorbol 12-myristate 13-acetate, enhanced T cell responses [18]. Monocytes from old
donors, when compared with monocytes from young subjects, displayed decreased cytotoxicity
against tumor cells after LPS activation, the impairment being associated with decrease in IL-1
secretion and production of reactive oxygen intermediates such as NO, and H,O9 [19]. These
contradictory results may be explained by the differences in experimental conditions and by the
health status of the population studied.

Alterations of macrophage number and function have been described also in aged rats and
mice. Wound healing, a process regulated by macrophages, was shown to take twice as long
in old mice than in young mice [20]. An age-associated impairment in TNF-a production was
found in rat macrophages [21]. Similarly, macrophages from aged mice, in vitro activated with
IFN-y and LPS, exhibited reduced antitumor activity and impaired capacity to produce TNF, IL-
1 and nitric oxide, which are critical monokines and effector molecules able to directly inhibit
tumor growth [22]. In another study, macrophages from old mice were found to be less respon-
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sive to the activation signal of LPS and IFN y for tumoricidal activity and for the production of
effector molecules, such as oncostatin M, TNF, and nitric oxide [23]. Differently, macrophages
from aged rats were found to produce more TNF-a and prostaglandin I than those from young
animals after activation with LPS [24]. A lower expression of the product of MHC class II gene
was found on the cell surface of macrophages from aged mice after incubation with IFN-y [25].
Finally, recent findings have been reported on the expression of toll-like receptors (TLR) on
macrophages in ageing mice [26]. Both splenic and activated peritoneal macrophages from aged
mice have been found to express significantly lower levels of TLRs. These cells also secreted
lower levels of IL-6 and TNF-a when stimulated with known ligands for TLR when compared
with those from young mice. Decreased expression and function of various TLRs may increase
the susceptibility of the elderly to infections and tumors.

3. POLYMORPHONUCLEAR LEUKOCYTES

The polymorphonuclear leukocytes (PMN) combat the various microorganisms that could
invade the host and forms the first line of defence against rapidly dividing bacteria and fungi.
However, elderly subjects have been found more susceptible to infection with these microbes
and this fact has been ascribed to a decline in immune status. Bacterial killing by PMN is a com-
plex process. The attachment to the cell surface of a bacterium fully opsonised by antibody and
complement induces an increase in the concentration of intracellular free Ca2+, which triggers
a series of metabolic events and initiates the respiratory burst. The oxidative respiratory burst
is characterized by a dramatic increase in oxygen consumption and an hexose monophosphate
shunt activity resulting in the generation of the bactericidal products: superoxide anion, singlet
oxygen, hydrogen peroxide, and hydroxyl radical. Vulnerability to infections in the elderly could
result from an age-related decline either in neutrophil supply and/or functional efficiency.

Several studies showed that neutrophil number in the blood and neutrophil precursors in the
marrow are not lowered in the healthy elderly, although the proliferative response of neutrophil
precursors cells to G-CSF was reduced, whereas response to GM-CSF and IL-3 was not affected
by age [27,28]. Another paper showed that age is not associated with a change in neutrophil
number or activity in the absence of bacterial infection. Infection in both young and elderly pro-
duced a significant increase in neutrophil number and chemiluminescence activity [29]. In vitro
studies of leukocyte chemotaxis have found migratory responses of neutrophils from healthy
elderly subjects to be either unaltered [30,31] or only slightly reduced [32,33]. The data from
the literature have reported differences concerning the effects of age on phagocytosis of PMNs.
Although Corberand et al. [32] did not describe any age-related defect in endocytosis, other
studies reported a dramatic decrease in the phagocytic activity of PMNs from aged individuals
[34,35]. Bongrand et al. [36] showed a selective decrease of Fc-receptor-mediated phagocyto-
sis by granulocytes in ageing people. In agreement with this finding Butcher and co-workers
[37] proposed that reduced neutrophil CD 16 expression and phagocytosis contribute to human
immunosenescence.

Several groups have examined neutrophil microbicidal activity and although data are often
conflicting [38,39] a majority of them support a decline in cytotoxicity towards bacteria and
yeast with age [32,4043]. The decreased bactericidal activity and the reduced phagocytic ability
of neutrophils in the elderly could be explained by an increase of intracellular calcium concen-
trations in resting neutrophils and/or a reduced hexose uptake [44]. Unchanged PMN bactericide
activity in ageing was described in other papers [31,45,46].
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4. NATURAL KILLER CELLS

Natural Killer (NK) cells are large granular lymphocytes (LGL) that represent a critical first line
of defence against infectious diseases and tumors. NK cells are non-adherent, they kill by non-
phagocytic mechanisms, and their cytotoxicity is not restricted by the major histocompatibility
complex (MHC) system [47]. It is currently believed that NK cells arise from bone marrow,
undergo further processing in lymph nodes and spleen, and finally are released into the periph-
eral blood. The thymus is not required for their processing, as demonstrated by the evidence that
NK cells develop normally in nude (athymic) mice and in children with congenital thymic apla-
sia. Several abnormalities have been described with advancing age both in animals and humans
at the level of NK cell number and activity.

In mice, a peak value of basal NK activity is observed at about 58 weeks of age while nearly
undetectable levels are present in 25 month-old animals [48-50]. A similar finding is observed
in rats, which have a peak NK cell activity at 5 to 20 weeks of age, with a decline at 36 weeks
of age [51,52]. With regard to the age-related pattern of cytokine-induced NK cell activity, and
in particular of IFN and IL-2 stimulation of NK cells, it has been pointed out that in old mice
the sensitivity of spleen cells to IL-2 is generally maintained, though to a reduced level when
compared to maturity, while the responsiveness to IFN is strongly reduced [50,53]. In agreement
with this finding aged C57B1/6 and Balb/c mice had a significantly reduced IFN-a/p-stimu-
lated NK cytotoxicity compared to adult mice [54]. Such defects do not seem to depend on the
increased presence, in old mice, of cells with suppressor activity or to the requirement of other
factors, which might lack in the in vitro system, since also in vivo administration of IFN is not
effective in old mice [50]. As possible explanation for the decreased ability of NK cells of aged
mice to respond to IFN-oc/p, either an altered number of IFN-a/p receptors or an increased
percentage of NK cells undergoing apoptosis have been proposed [54]. Roder [55] suggested
that the impaired NK activity of old mice is not due to a decrease of NK cell activity or of the
number of binding sites, but rather is due to a decrease in the size of the splenic NK cell pool. In
another paper, the decline of NK activity during ageing was attributed to a loss of competence to
lyse targets rather than to a major decline in the actual number of NK cells [56]. The mechanism
for the aged-related decline in NK activity in mice has been further explained by an increase
in adherent cell suppressor function [57]. A declined NK cell response to poly(I:C) and LPS in
aged animals was correlated with the decreased expression of the IFN-y found in these animals
[58]. Independently by the mechanism, the defect of NK activity in aged mice does not represent
an irreversible process, since it may be recovered by hormonal and nutritional treatment [59].
Among hormonal factors relevant for NK function, it has been observed that thymic peptides,
in particular thymulin (Zn FTS), when administered in vitro, are able to restore the crippled NK
cytotoxicity of spleen cells from old mice [60]. Similarly, the in vivo administration of thyroid
hormones, but not of the pineal hormone melatonin, was able to recover the reduced NK activity
in aged mice [61,62]. Among nutritional factors, either zinc or a lipid mixture able to increase
membrane fluidity, called "active lipids", were found able to recover the impaired NK function
in aged animals [63]. Other studies indicated that diet and the microbial flora can modulate NK
cell activity of mice in ageing [64].Whether or not endocrine and nutritional factors have an
additive effect or act through the same intracellular mechanism remains to be established. The
first possibility seems more likely since the action of TSH and thyroid hormones is specifically
directed towards lymphokine-boosted NK activity, while active lipids are able to prevent age-
associated impairment of basal NK cytotoxicity [65]. Apart from IFN and IL-2, the effect of
cytokines on the development of cytotoxic cells has been scarcely investigated during ageing.
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In a study conducted with IL-12, this cytokine was able to boost both endogenous and IL-2-
induced NK cell activity in young and old mice. The levels of cytotoxicity were lower in old
than in young animals although the relative increase of IL-12 plus IL-2 versus IL-2 alone was
greater for old mice [66]. These data confirm and extend previous findings obtained in the man
and show that IL-12 is able to enhance NK cytotoxicity to the same degree in both young and
elderly subjects, whereas the induction of IL-2-activated cytotoxic cells was decreased in the
elderly compared to young individuals [67].

Less work has been done on the effect of ageing on the generation of lymphokine-activated
killer (LAK) cells by IL-2 in mice. In several papers no age-related difference was found in the
cytolytic response of murine spleen cells after stimulation with IL-2 [65,68-70]. However, the
use of IFN-y with rIL-2 in the culture augmented LAK activity in bone marrow cells of young
mice, but, inhibition was observed with bone marrow cells of old mice [71]. In contrast, Saxena
et al. [53] and Bubenik et al. [70] described a decline in IL-2-induced LAK activity in aged
mice.

The changes that may occur in human NK cell activity with advancing age are not yet well
defined. The data reported in the literature differ according to the selection criteria of the elderly
population studied and of the use of total lymphocyte populations or of purified NK cells.

Various studies have demonstrated the age-related numerical alterations of NK cells. Both
the absolute and the relative numbers of circulating NK cells significantly increased in healthy
elderly people in comparison with young adults. The increased percentage of NK cells in the
elderly has been mainly related to the higher number of the CD56dim population, which repre-
sents the mature NK cell subset. In contrast, the number of CD56br'Bhl cells did not seem to be
significantly altered in old subjects, thus suggesting the existence of a phenotypic shift in the
maturity status of NK cells during ageing [72]. In another study, there was a significant decrease
in the percentage of CD56blighl cells amongst CD56+ cells in the elderly with a relative sparing of
the CD56dim subset. Moreover, the CD56blieln/CD56dim ratio representing NK cell maturity status,
declined with age [73].

Either no change or decrement, or an increment of NK activity have been reported in PBMC
from unselected elderly subjects in various studies [74]. However, NK cell activity was not
found to be significantly different in elderly and young subjects when selection was done
according to protocols specific for immunogerontological studies, such as the Senieur protocol,
[75]. When centenarians were analyzed as a separate group, they were found to have higher NK
and redirected killer activity than middle-aged donors [76]. A decrease of the cytolytic activity
per cell was found using NK cell populations from elderly subjects purified through sorting or
after cloning of NK cell precursors by limiting dilution [77]. The decreased cytotoxicity per NK
cell seems to be time-dependent and probably related to a slowing down of the lytic phase since
it was observed in short-term but not in long-term assays [78]. The impairment of NK cell activ-
ity was a post-binding event and was probably due to a defect of the activating signal through
the cell membrane or a decreased activity of the lytic machinery. A possible role for perforin
expression in the age-related impairment of NK activity was suggested. Both the proportion
of perforin containing cells and the mean levels of perforin per cell were reduced in a popula-
tion of NK cells from apparently healthy elderly people [79]. As reported for other immune
parameters, the distribution of perforins in cytolytic NK cells, the number of cells producing
perforins, and the ability to utilize perforins in the generation of cytolytic activity against tumor
target cells, were found similar in NK cells from young and elderly subjects selected according
to the Senieur protocol [80]. Other data from the literature have suggested an impairment of the
metabolic pattern of activation as responsible for the modification of NK lytic activity in the
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elderly. In particular, a pronounced age-related decrease in the ability to generate total inositol
monophosphates and, specially, inositol trisphosphates by NK cells following K562 stimulation
has been reported. Phosphatidylinositol bisphoaphate hydrolysis was attenuated and delayed,
while phosphoinositide turnover was preserved following Fc triggering [81].

Limited and contradictory findings are available on the response of NK cells from elderly
humans to the boosting action of IFN or IL-2. Decreased [82] or unchanged [83] NK responses
to IL-2 and to IFN boosting have been found in peripheral blood lymphocytes from old humans
[84]. Stimulation of NK cytotoxicity against the NK-sensitive K562 cell line with IL-2 or IFN-a
from "healthy" elderly donors yielded similar results to cells of young donors [67,78]. In one of
these papers, similarly to IL-2 and IFN, the use of IL-12 was found to enhance NK cytotoxic-
ity to the same degree in cells of both young and elderly subjects over a wide range of doses
and incubation times [67]. A progressive decline in both IFN and IL-2 inducible NK activities
appeared with increasing age in humans selected by means of the Senieur protocol [85]. The
defect was more evident at the level of IFN rather than of IL-2 responsiveness of NK cells. This
is similar to that observed in mice and suggests, that the IFN inducibihty of NK cells is more
affected by age than that of IL-2 inducibility. Differently, other data showed that the response of
NK cells to IL-2 was impaired when proliferation, expression of CD69, and Ca2+ mobilization
where considered [72]. In agreement with these findings NK cells from elderly people showed a
decreased proliferative response to IL-2 and impaired expression of the CD69 activation antigen
[86].

In addition to their endogenous activity and to the short-term activation mediated by cytokines,
NK cells have been extensively studied as precursors of "lymphokine-activated killer" (LAK)
cells after long-term activation with IL-2. The LAK activity is mediated by broadly reactive
cytotoxic cells that are not major histocompatibihty complex restricted and are capable of lysing
fresh and cultured tumors, including both NK-sensitive and NK-resistant targets. In humans
most of the LAK activity is associated primarily with cells of the CD56+ and CD16+ phenotype,
the precursor of which is similar to NK cells. The effect of ageing on the in vitro induction of
LAK cell activity has not been extensively studied. Two initial studies indicated that LAK activ-
ity induced by short-term activation with IL-2 declines with age [70,87]. In another study, con-
ducted as the previous in healthy subjects non-selected according to specific protocols for immu-
nogerontology but only on the bases of exclusion of major diseases or assumption of potential
immunosuppressive agents, a significant decrease of LAK activity was found after induction
with IL-2, IL-12, or IFN-a in elderly donors in comparison with young subjects [67]. When the
kinetics of development of LAK cells was evaluated in young and old healthy subjects screened
in accordance with the Senieur protocol, no age-related difference was found in terms of pro-
liferative capacity, cytotoxicity against Daudi tumor cells, and expression of p55 or p75 IL-2
receptors [88]. Differently, the proportion of CD56+ and CD 16+ cells reached higher levels in old
than in young donors. This suggests that an increased number of cytotoxic cells are required in
old subjects to obtain the same levels of LAK cell activity what is present in young age [88]. The
continuous culture or the short pulse of peripheral blood mononuclear cells with IL-2 was able
to develop significant levels of LAK cell cytotoxicity also in elderly cancer patients [89].

In addition to their direct cytotoxic effects, NK cells have been shown to represent one of the
first lines of defence during the early stages of immune activation because of their inducible
secretory function. NK cells synthesize many cytokines and chemokines that exert autocrine
and paracrine regulation of natural and adaptive immune functions. IL-2 induced NK cells from
healthy elderly donors secreted only VA of IFN-y released by the cells from young subjects [90].
However, this ageing-related early phase secretory deficit could be overcome by chronic stimu-
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lation with IL-2 [73]. NK cells from nonagenarian healthy subjects were found to express the
receptors for the chemokines MIP-loc, Rantes, and IL-8, to retain the ability to synthesize these
chemotactic cytokines, and to up-regulate their production in response to stimulation by IL-12
or IL-2 cytokines, though the production remained lower in comparison with young subjects
[91,92]. Similarly, NK cells from elderly subjects spontaneously produced detectable amounts
of IL-8 and increased the production of this cytokine after activation with IL-2, but at lower
levels than in young age [91]. Furthermore, early IFN-yand chemokine production in response
to IL-2 or IL-12 were also decreased. The TNF-oc production by NK cells was not altered during
ageing [93] whereas the IFN-y production was found significantly augmented in centenarians
[94].

5. y5 T CELLS

T lymphocytes bearing the y8 T cell receptor (TCR) represent a minor population of human
peripheral lymphocytes (1-10%), the majority of them expressing the CD3+CD4~CD8~ phe-
notype [95-98]. The ability of y8 T cells to respond to nonprocessed and nonpeptidic phos-
phoantigens in a major histocompatibility complex (MHC)-unrestricted manner is an important
feature distinguishing them from y5 T cells [99—103]. In human peripheral blood two main
populations of y5 T cells have been identified based on the TCR composition. The predominant
subset expresses the V82 chain associated with Vy9 and represent 70% of the circulating y8 T
cells in adults, while a minor subset (approximately 30%) expresses a V81 chain linked to a
chain different from Vy9. At birth the V5l population predominates, while in adults there is a
shift towards V82 T lymphocytes, probably due to a selective response to environmental stimuli
such as commonly encountered bacteria [104], Although little is known about the physiologic
significance of y5 T cells, their marked reactivity toward mycobacterial and parasitic antigens
as well as tumor cells suggests that y8 T cells play a role in the anti-infectious and anti-tumoral
immune surveillance [98]. Moreover it has been shown that in healthy donors, y5 T cell stimu-
lated with nonpeptidic phosphoantigens such as isopentenylpyrophosphate (IPP), produced high
levels of cytokines and mainly of IFN-yand TNF-oc [105]. Because of their cytokine production,
y8 T cells have been proposed to be involved in coordinating the interplay between innate and
adaptive immunity and in particular to guide the establishment of acquired immunity contribut-
ing to the definition of a[3 T cell responses toward T helper cell type 1 (Thl) or Th2 phenotype
[106,107].

The data from the literature on numerical or functional changes of yS T cells during ageing
are scarce and fragmentary. It has been reported that the complexity of the gamma delta T cell
repertoire decreases with age as a consequence of the expansion of a few T cell clones [108].
The analysis of yS T cell number and function in ageing has been examined by two groups with
similar results. Colonna-Romano et al. [109] reported that the percentage of blood y8 T cells
in lymphocytes from old subjects is decreased when compared with the young. Interestingly,
these cells were found more activated in the elderly than in young subjects, as determined by
the increased expression of the early activation marker CD69, on y8 T lymphocytes from old
subjects. Argentati et al. [110] confirmed and extended these preliminary results not only in
elderly people but also in centenarians. They demonstrated an age-dependent alteration of y8 T
lymphocytes, with a lower frequency of circulating y8 T cells, an altered pattern of cytokine pro-
duction, and an impaired in vitro expansion of these cells. The decrease of the y8 T cell number
was due to an age-dependent reduction of V82 T cells whereas the absolute number of VS1 T
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cells was unaffected by age. As a consequence, the V82/ V8l ratio was inverted in old subjects
and centenarians. A higher percentage of y§ T cells producing TNF-oc was found in old donors
and centenarians whereas no age-related difference was observed in the IFN-y production. After
a 10-day in vitro expansion, a two-fold lower expansion index of y5 T cells, and particularly
of V82 but not of V81 subset, was found in old people and centenarians in comparison with
young subjects demonstrating the existence of a proliferative defect in yS T lymphocytes from
aged subjects. Differently, the cytotoxicity of sorted y8 T cells was preserved in old people and
centenarians thus suggesting that, as previously observed for ap T cells, the lytic function of yS
T cells is not impaired during ageing [111].

These results on numerical and functional changes of y8 T cells in ageing were successively
confirmed by Colonna-Romano et al. [112] who suggested that the high level of basal activation
of y8 T cells, evidenced by increased CD69 expression, was due to the "inflamed" environment
of the elderly host.

6. MHC-UNRESTRICTED IMMUNITY: IMPACT ON THE SENESCENCE OF ADAP-
TIVE IMMUNE RESPONSES

In the past few years, interest in MHC-unrestricted immunity has grown enormously because
of its role in the development of adaptive immune responses. In fact, besides to act in the early
phase of immune defence, innate immunity in mammals appears to play a key role in stimulating
and orienting the subsequent, clonal response of adaptive immunity [106,113,114].

The MHC-unrestricted immune cells control the initiation of the adaptive immune response
through the regulation of costimulatory molecules on antigen-presenting cells (APCs) and
instruct the adaptive immune system to develop a particular effector response by releasing
chemokines and cytokines. It is well known that a signal received through the T cell antigen
receptor is not sufficient on its own for the activation of naive lymphocytes since a second so-
called costimulatory signal is required to induce effective immunogenicity. This costimulatory
activity seems to be required to signal the presence of a pathogen to antigen-specific receptors
on T lymphocytes. Among the factors able to regulate the expression of costimulatory activity
on APCs are sets of receptors of the nonclonal innate recognition system called pattern-recog-
nition receptors (PRRs). Among these, Toll-like receptors (TLRs) are receptors that recognize
conserved molecular patterns, which are shared by large groups of microbial components and
are perfectly able to discriminate self from non-self pathogen-associated structures and then to
signal the presence of a pathogen to APCs. TLRs expression has been observed in several types
of immune cells, mainly on dendritic cells, monocytes, and B cells. It seems then clear that
APCs maturation and activation, which is in part mediated through the TLRs family signalling,
represents a critical link between innate and adaptive immunity. Furthermore, APCs maturation
is characterized by the production of proinflammatory cytokines (IL-12 and TNF-a), up-regula-
tion of costimulatory molecules (CD40, CD80, and CD86), and altered expression of chemokine
receptors (CCR2, CCR5, and CCR7), all of these being necessary for the activation and driv-
ing of adaptive responses. Although in some study it has been shown that APCs function is not
affected by ageing [ 115-121 ], in several other studies a reduced function and an alteration of the
antigen presentation capacity of APCs has been demonstrated during ageing [122-127]. This
impairment may be related to the decreased expression and function of TLRs which has been
very recently demonstrated on APCs from aged mice [26]. Furthermore, the migratory capacity
of DCs has also been found affected by the ageing process [115]. The microenvironment exist-
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ing in the "old" host may certainly influence the differentiation and performance of either APCs
or other immune cells. It has been observed that IL-10, a key cytokine that can suppress cell
mediated immunity and maturation of DC subsets, is elevated in the healthy elderly. However,
the production of IL-12 required for the initiation of T cell immune responses, declines in frail
elderly along with APC antigen presenting function. These findings suggested that shifts in IL-
10 and IL-12 may not only directly influence immune response but may also alter the balance
and maturation of APC subsets. Although the absolute number and the expression of MHC I and
II, CD80, and CD86 both on immature and mature APCs do not seem to be significantly differ-
ent in young and old mice [128], dendritic cells in germinal centers of aged mice were found to
lack expression of important costimulatory ligands such as CD86 [129], which would encourage
the induction of anergy in the antigen-specific T cells with which they interacted. Furthermore,
in APCs from old mice a lower expression of the mRNA for the migratory CCR7 chemokine
receptor was found and a lower lymphocyte cytotoxicity and a reduced number of CD8+ T cells
producing IFN-y were induced in comparison with APCs from young animals [128]. The fact
that CCR7 was greatly increased in mature APCs up to the levels found in young animals and
that in vivo migration of APCs to regional lymph nodes was higher in old than in young mice,
suggested that an increased migratory capacity of old APCs may be required to balance their
reduced antigen presentation to cytotoxic lymphocytes [128]. Besides to APCs, other cellular
components of innate immunity are involved in the modulation of the clonal immune response.
Natural killer cells and y8 T cells, once activated, may produce either effector cytokines, like
IL-12 or IFN-y, or proinflammatory cytokines, like IL-6. These cytokines are essential for the
activation of the adaptive immune response and its direction into a particular effector type. The
age-related alteration of these lymphocyte populations, as described above, stress the relevant
role that they may have in senescence of T cell-mediated specific responses in the elderly and,
in particular, in the dysregulation of the Thl/Th2 system, with a predominant production of
Th2 cytokines, which has been reported in ageing [130-132]. Furthermore, the strict integration
between the innate and the adaptive immune systems emphasizes the pivotal role that age-related
alterations of the components of the innate immune system may have in the reduced develop-
ment and effectiveness of clonal immune responses against infectious and tumor diseases in
ageing [133-135].
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ASTRACT

Longevity seems to be directly correlated with optimal functioning of the immune system,
suggesting that some genetic determinants of longevity might reside in those polymorphisms
for the immune system genes that regulate immune responses. Accordingly, mouse lifespan is
influenced by MHC (major histocompatibility complex) genotype. The HLA (the human MHC)
region encompasses over 4 Mb of DNA on the chromosome band 6p21.3 and its extensive char-
acterisation has recently culminated in the determination of the nucleotide sequence of the entire
region, confirming the presence of -220 genes. The MHC is traditionally divided into the class I,
class II and class III regions. Most HLA genes involved in the immune response fall into classes I
and II, which encode highly polymorphic heterodimeric glycoproteins involved in graft rejection
and antigen presentation to T cells. However, many genes of the class III region are also involved
in the immune and inflammatory responses. .MHC polymorphisms have been the focus of a
vast number of ageing association studies. One of the limitations in the most reported studies is
the number of aged individuals available of both genders, and the lack of complete background
histories of health or ethnicity for study participants. However, also taking into account well
planned and designed studies, discordant results have been obtained. The discordant results of
MHC/ageing association studies might be due to distinct linkage in different cohorts or to other
interacting, genetic or environmental factors or to the heterogeneity of ageing. Nevertheless,
bearing all the reported studies in mind, there is no convincing evidence of a strong, direct asso-
ciation between longevity and any MHC alleles.

1. INTRODUCTION: THE MAJOR HISTOCOMPATIBILITY COMPLEX

Longevity seems to be directly correlated with optimal functioning of the immune system, sug-
gesting that some genetic determinants of longevity might reside in those polymorphisms for
the immune system genes that regulate immune responses. Accordingly, mouse lifespan is influ-
enced by MHC (major histocompatibility complex) genotype [1]. The HLA (the human MHC)
region encompasses over 4 Mb of DNA (~0.1 % of the genome) on the chromosome band 6p21.3
and its extensive characterisation has recently culminated in the determination of the nucleotide
sequence of the entire region, confirming the presence of -220 genes. The MHC is traditionally
divided into the class I, class II and class III regions (Figure la). Most HLA genes involved in
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the immune response fall into classes I and II, which encode highly polymorphic heterodimeric
glycoproteins involved in graft rejection and antigen presentation to T cells. The class III region,
which has been redefined as the -730 kb of DNA extending from NOTCH4 to BAT1, is now
known to contain at least 62 genes. As putative functions are ascribed to the products of these
genes, it is becoming increasingly apparent that many of these are involved in the immune and
inflammatory responses [2,3].

An intriguing feature of the MHC is the occurrence of particular combinations of alleles, at
loci across this 4 Mb region, more frequently than would be expected based on the frequencies
of individual alleles. This non-random association of alleles gives rise to highly conserved hap-
lotypes that appear to be derived from a common remote ancestor, so called ancestral haplotypes
(AH). This term underlines the fact that conserved, population-specific haplotypes are continu-
ous sequences derived with little, if any, change from an ancestor of all those now carrying all or
part of the haplotype. These AH determine a non-random assortment of alleles at neighbouring
loci, referred to as "linkage disequilibrium" [4-6].

The class I genes code for the a polypeptide chain of the class I molecule; the P chain of the
class I molecule is encoded by a gene on chromosome 15, the (32-microglobulin gene. There are
some 20 class I genes in the HLA region; three of these, HLA-A, B, and C,the so-called classic,
or class la genes, are the main actors in the immunologic theatre. Besides, there are nonclassical
HLA class Ib molecules, which are characterized by a limited polymorphism and a restricted
expression pattern (Figure 1 b). The class II genes code for the a and (J polypeptide chains of
the class II molecules (Figure 1 b). Class la and class II molecules are highly polymorphic het-
erodimeric glycoproteins, which bind antigenic peptides intracellularly and emerge on the cell
surface where they present processed peptide fragments to the T lymphocyte receptor. Thus
they can restrict and regulate T cell responses against specific antigens. These are the bases for
the antigen-specific control of the immune response. The response depends on the ability of
histocompatibility molecules to bind some peptides and not others. Thus, survival and longevity
might be associated with a positive or negative selection of alleles that respectively confer resist-
ance or susceptibility to infectious disease(s). Besides, genetic studies have shown that persons
who have certain HLA alleles have a higher risk of specific immune-mediated diseases than
persons without these alleles. The associations vary in strength, and in all the diseases studied,
several other genes in addition to those of the HLA region are likely to be involved [2,6,7].

HFE, the most telomeric HLA class Ib gene (Figure lb), codes for a class I a chain, which
seemingly no longer participates in immunity, because has lost its ability to bind peptides due to
a definitive closure of the antigen binding cleft that prevents peptide binding and presentation.
The HFE protein, expressed in crypt enterocytes of the duodenum, regulates the iron uptake by
intestinal cells because it has acquired the ability to form complex with the receptor for iron-
binding transferrin. Thus, it indirectly regulates immune responses, because iron availability
plays a role in specific and non-specific immune responses [2,8].

The C282Y mutation (a cysteine to tyrosine mutation at amino acid 282) in this gene has been
identified as the main genetic basis of hereditary haemochromatosis (HH). It destroys its ability
to make up a heterodimer with P2-microglobulin. The defective protein fails to associate to the
transferrin receptor and the complex cannot be transported to the surface of the duodenal crypt
cells. As a consequence, in homozygous people two to three times the normal amount of iron is
absorbed from food by the intestine. Another mutation, H63D (a histidine to aspartate at amino
acid 63) appear to be associated with milder forms of HH. In fact, a small number of patients
with HH were identified as homozygous for H63D or as compound heterozygous H63D/C282Y.
It has been suggested that an estimated 60 to 70 generations ago, the C282Y mutation occurred
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in the HFE gene of a Celtic individual who is the ancestor of the more than 5% of Caucasoids
now carrying the allele. It has been claimed that the great expansion of Celtic people could be in
part explained by the widespread presence of this HFE gene mutation. This gave to heterozygous
carriers selective advantages on the basis of improved survival during infancy, childhood, and
pregnancy, by leading to increased iron absorption and accumulation of larger body iron stores
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because ancient diet consisted mainly in iron-poor grains and cereals, whereas meat was highly
uncommon [2,9,10]. This evolutionary significance of these mutations suggests a their possible
role in survival and longevity.

The pleiotropic pro-inflammatory cytokine tumour necrosis factor (TNF)-a maps within the
HLA class III (Figure lb). The TNF cluster genes encode three inflammation related proteins,
TNF-a, TNF-(J and lymphotoxin-p. All three are important mediators of the immune response
with multiple biologic activities. Several polymorphic areas are documented within the TNF
gene cluster. Notably, the -3O8A single nucleotide polymorphism (SNP) located in the promoter
region of the TNF-a gene is reported to have an increased frequency in autoimmune and inflam-
matory diseases and is associated with stronger transcriptional activation than the -308G SNP.
However, other functionally relevant polymorphisms have been described [5,6,11,12]. TNF
genes are thought to determine the strength, effectiveness and duration of local and systemic
inflammatory reactions, as well as repair and recovery from infectious and toxic agents and,
as such, they are candidates to be involved in age-related disease processes and in ageing itself
[1,13].

Three components of the complement system, which are the principal effector mechanism
of humoral immunity and are important in the clearance of immune complexes, opsonization
and cell lysis, are encoded in the class III region (Figure lb). C2 and C4 participate in the clas-
sical pathway, which may be activated by the binding of Cl to antigen-antibody complexes or
following the interaction of mannan binding protein with carbohydrate ligands. Factor B (Bf)
is a component of the alternative pathway, which is activated by a diverse set of substances
including components of yeast and bacterial cell walls. Most human chromosomes carry two C4
genes, C4A and C4B, which form part of a duplicated segment of DNA spanning -75 kb. The
C4A and C4B genes encode proteins that differ by only four amino acids, but nevertheless have
profoundly different covalent binding activities. Both isotypes of C4 are highly polymorphic
[3,14,15]. Any polymorphism resulting in the qualitative or quantitative changes in complement
function might cause a differential sensitivity to infections, so affecting survival and longevity.

The HSP70-1 and -2 genes (HSPA1A and HSPA1B) that encode the major heat-inducible
70 kDa heat shock protein (HSP70) and the HSP70-HOM gene, (HSPA1L), that encodes a
non-heat-inducible protein that is 90% identical to HSP70s, also map within the HLA class III
(Figure lb). HSPs are a group of conserved proteins that are induced in a variety of cellular
stresses, including infections. All HSP70s can bind unfolded proteins and peptides and act as
chaperones in the synthesis, folding, assembly, translocation and degradation of proteins during
normal cellular processes and following stress. Members of the 70 kDa HSP family are consist-
ently associated with defences against conditions involving oxidative stress such as ischemia,
inflammation and the ageing process. HSP70s have been implicated in many diseases. For
example, increased expression of HSP70s has been observed in autoimmune diseases such as
scleroderma and lupus, although this may be a consequence of disease, rather than a contribu-
tory factor. The induction of HSPs, particularly HSP 70, declines in response to heat shock with
ageing, therefore rendering the organism more vulnerable to stress damage [3,16,17]. Thus,
any polymorphism that results in the alteration of qualitative or quantitative HSP 70 expression
could cause a differential sensitivity to stresses and affect survival and longevity.
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2. HLA IA & II CLASS ALLELES IN AGEING

The studies performed on the association between longevity and HLA are generally difficult
to interpret, owing to major methodological problems. However, as reported by Caruso et al.
[7,18], some of them, well designed and performed, suggest an HLA effect on longevity. In
studies performed in Caucasoids, an increase in HLA-DR11 (that is a HLA-DR5 split) in Dutch
women over 85 years was observed [19]. The same laboratory performed a further study and
by using a 'birth-place-restricted comparison' in which the origin of all the subjects was ascer-
tained, the authors were able to confirm that ageing in women was positively associated with
HLA-DR5 [20]. Two French studies confirmed the relevance of HLA-DR11 to longevity in aged
populations [21,2]). This increase is consistent with the protective effects of this allele in viral
diseases, as HLA-DR5, or its subtype HLA-DR11, frequencies have been shown to be decreased
in some viral diseases [7,18]. Finally, an association between longevity and the AH 8.1 (or
part of this haplotype, i.e. HLA-B8,DR3) apparently emerges. In fact, an excess of this AH in
the oldest old men has been reported in French and in North-Ireland populations [23,24]. This
association appears to be gender-specific. In fact, a Greek study showed a significant decrease
of 8.1 AH in aged women [25]. So, immune dysfunctions of the 8.1 AH should contribute to
early morbidity and mortality in elderly women, more susceptible to autoimmune diseases than
men, and to longevity in elderly men [6,7,18]. These associations are gender-related, but it is not
unexpected on the basis of available data on the genetics of longevity, showing that the associa-
tion of longevity with particular alleles may be found only in one gender [26]. So these studies
seem to suggest that HLA-DR11 in women and HLA-B8, DR3 in men may be considered mark-
ers of successful ageing. However, in a longitudinal study, in which a total of 919 subjects aged
85 years and older, were HLA-typed and followed up for at least 5 years, no HLA-association
with mortality was found [27]. Positive studies need confirmation in different Caucasoid popu-
lations with different ethnic background and/or replication in a new cohort of oldest old from
the same population. However, in Sardinian centenarians we did not observe the associations
demonstrated in the other well planned and designed studies above discussed [28]. Moreover, a
study set out to specifically confirm the previously reported increase in the frequency of the 8.1
AH in aged men of the northern Irish population [24], did not reveal any statistically significant
haplotype frequency differences between the aged cohort of individuals in comparison to the
younger controls. However, a striking decrease was observed when the aged women (13.1%)
were compared to the control women (17.8%) [29].

On the whole these findings clearly show that HLA/longevity associations are population-
specific, being heavily affected by the population-specific genetic and environmental history
(selection by different kinds of infectious diseases). So, HLA class la and II genes should be
considered survival genes not longevity genes.

3. HLA IB ALLELES IN AGEING

Concerning the class Ib gene HFE, we have recently reported that C282Y mutation may confer
a selective advantage in term of longevity to Sicilian women. Interestingly in these subjects an
increase of H63D polymorphism was also observed but the difference was not significant [30].
We have not been able to confirm in Sardinian centenarians the increase of C282Y mutation
observed in Sicilian oldest old women. This result is not surprising because the HLA AH 7.1,
which usually carries this mutation, is virtually absent in the Sardinian population [9]. However,
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we observed an increase of the other mutation H63D. This trend was not significant, but the
cumulative frequency of H63D mutations in centenarian and very old women from Sardinia and
Sicily was 22% vs. 11%, i.e. 30/136 vs. 23/210 (P = 0.008) [31].

It is seemingly puzzling that HFE mutations have been suggested to be involved in unsuc-
cessful ageing too. In fact, these mutations have been suggested to be involved in Alzheimer's
disease and coronary heart disease, although the data are seemingly contradictory [32,33].
However, it is not surprising that HFE mutations are associated both with longevity and diseases
affecting life span. In fact, the available data from genetics of longevity show that longevity
may be associated with alleles with increased risk to a variety of diseases in the younger phases
of life (antagonistic pleiotropy) [18]. This theory is also a possible explanation for the appar-
ent discrepancy with a recent study performed in Denmark. In a C282Y mutation high-carrier
frequency population, as in Denmark, this mutation shows an age-related reduction in the fre-
quency of heterozygotes for C282Y, which suggests that carrier status is associated with shorter
life expectancy. The observed reduction in C282Y mutation carrier frequency persists until age
95 years; however, the frequency in the centenarian group was the same as that in the youngest
group for both men and women [34]. So, in that study heterozygosity for C282Y has a higher
mortality rate in the younger groups but becomes beneficial in the oldest old. On the other hand,
in two other European studies, the observed frequency of C282Y homozygosity in oldest old
male English and in oldest old male and female Dutch was not significant lower than that pre-
dicted [35,36]. All together these reports seem to strongly suggest that HFE effects on ageing
depend on interaction between genetic and environmental factors that in different age, gender
and population may result in a successful or unsuccessful ageing.

4. HLA III CLASS ALLELES IN AGEING

The TNF-308A/G polymorphism has been assessed in 3 studies in European nonagenarian and
centenarian subjects to assess association with ageing. In a study in 252 Finnish nonagenarians,
Wang et al. [37] noted no difference in the frequency of the TNF-3O8A/G SNP in comparison
to 400 blood donors of mixed age groups. In a study by Lio et al. [38], the TNF-a -308 A/G
SNP was unchanged in frequency between 72 male and 102 female centenarians and 227 con-
trols, though the AA homozygotes represented only 1 %, which is somewhat lower than in other
Caucasian groups. A recent study by Ross et al [29], comparing the same TNF-a -308A/G SNP
frequency in Irish nonagenarians with a younger control group, also noted no significant differ-
ences in AA homozygotes (5% controls v 8% in aged subjects) with a similar 24% A allele fre-
quency in controls and elderly subjects. Interestingly, women irrespective of age showed a trend
for higher representation of A allele compared to men. In the same study [29], no change in the
TNF-p +252A/G SNP between Irish nonagenarians and a control group was reported. Overall
these three studies, with between them 350 nonagenarians and 172 centenarians, appear to dem-
onstrate no major shift in the genotype frequency of TNF-a -308 SNP as a function of ageing.
These data suggest that this particular polymorphism of TNF genes does not give an advantage
for survival in the last decade of life and is compatible with the hypothesis that this polymor-
phism constitutes a shield evolutionary conserved towards pathogen agents whose threatening
power lasts for the entire life-span.

The incidence of allotypes of the genes of the fourth component (C4) and factor B of the
complement system was compared in 252 persons less than 45 years of age ("young" group)
with 482 people between 61 and 90 years of age ("old" group). One hundred people older than
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90 years of age (nonagenarians) were also investigated. A striking difference was found between
the "young" and "old" groups in the incidence (16.1% and 5.4%, respectively) of a silent gene
of the C4B allele (C4B*Q0). This difference was even more marked among "young" and "old"
men (17.6% vs. 3.4%). The incidence of the C4B*Q0 allele in women dropped to the level of
the men only in the nonagenarian group. For the authors, the most probable explanation for
this finding was that people carrying the C4B*Q0 allele die from as yet unidentified disease(s)
in their middle age. Therefore, male (and to a lesser extent female) carriers of this allele may
have a considerably shorter life expectancy than individuals without a silent gene in the C4B
locus [39]. In a further study, the complement system and the distribution of class III alleles
C4, BF were analysed in healthy aged people (77 centenarians and 89 elderly subjects). The
authors also studied the alleles of C3, a complement component genetically unrelated to HLA,
the immunochemical levels of C4 and C3 and serum functional hemolytic activity for classical
(CH50) and alternative (AP50) complement pathways. The levels of C3 and C4 and the CH50
and AP50 were found to be within the normal range. The frequencies of C3, BF, and C4A alleles
were similar in the cohorts that have been studied. For C4B null allele (C4BQ0) a trend toward
an increase in the older cohort was observed, although the differences were not significant after
statistical correction [40]. These data do not support the results obtained in the previous study,
but suggest instead the importance of a well preserved complement system to attain survival and
longevity.

The frequency of the functional polymorphism, T2437C transversion (Met—>Thr), in the
HSP 70-Hom gene was investigated within a healthy aged Irish population using oligonucle-
otide probes. The 2437T SNP was observed to increase in the elderly, although not attaining
statistical significance. The TT genotype was observed to be significantly increased within the
Irish aged population (p=0.03), while conversely the TC genotype was significantly decreased
in the aged subjects (p=0.01). These findings would support the theory that the change from a
Met (non-polar and hydrophobic) residue to a Thr (polar and neutral) residue may disrupt the
peptide-binding specificity of HSP 70-Hom and have an effect on its functional efficiency. One
postulates that the highly significant p-value obtained for the TC genotype may infer that the
presence of both the T and the C allele (heterozygosity) resulting in the generation of two differ-
ent HSP 70-Hom protein species may negatively influence survival and longevity [41].

Besides, a recent article has presented data on HSP70-1. In eukaryotes, HSP70 gene expres-
sion is regulated essentially through the activity of heat shock transcription factors, which inter-
act with heat shock elements (HSEs) present in HSP promoters, resulting in a modulation of the
transcription rates. An A/C polymorphism lies in the HSE region of the HSP70-1 gene at 1 lOnt
from the transcription-starting site. This polymorphism was the marker chosen for the study. A
total of 591 southern Italian subjects were enrolled in the study (263 men and 328 women; age
range 18-109 years). A significant age-related decrease of the frequency of allele (A)-l 10 was
observed in women. The probability ratio of 0.403 computed by considering female centenar-
ians as cases and young women (18-49 years old) as controls showed that the (A)-110 allele is
unfavourable to longevity in women [42].

HSPs are crucial for maintenance of cell homeostasis and survival both during and after vari-
ous stresses. These two studies suggest that polymorphisms in heat shock protein genes may
affect the chance of survival of the individual.
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5. CONCLUDING REMARKS

As discussed above, a vast number of investigators studied MHC polymorphisms in relation to
ageing. The limitations of most reported studies are the small number of aged individuals avail-
able of both genders, and the lack of complete background histories of health or ethnicity for the
participants. However, well planned and designed studies were also performed, as discussed by
Caruso et al. (7,18), yet discordant results have been obtained. The discordant results of MHC/
ageing association studies might be due to distinct linkage in different cohorts or to other inter-
acting, genetic or environmental factors or to the heterogeneity of ageing.. Nevertheless, bearing
all the reported studies in mind, there is no convincing evidence of a strong, direct association
between longevity and any MHC alleles. However, further examination of polymorphism of
other class III genes such as receptor for advanced glycosilation end-products or Notch 4 might
well provide interesting and informative data [3,42].
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ABSTRACT

The various cell groups in the human hypothalamus show different patterns of ageing, which are
the basis for changes in biological rhythms, hormone production, immune processes, autonomic
functions and behavior. The suprachiasmatic nucleus (SCN), the clock of the brain, exhibits cir-
cadian and seasonal rhythms in peptide synthesis that are disrupted later in life. Furthermore, the
age-related sexual differences in the number of vasoactive intestinal polypeptide neurons in this
nucleus reinforces the idea that the SCN is not only involved in the timing of circadian rhythms
but also in the temporal organization of reproductive functions. The sexually dimorphic nucleus
of the preoptic area (SDN-POA), or intermediate nucleus, is twice as large in men as in women,
a difference that arises between the ages of 2-4 years and puberty. During ageing a dramatic,
sex-dependent decrease in cell number occurs, leading to values which are only 10-15% of
the cell number found in early childhood. The vasopressin and oxytocin producing cells in the
supraoptic nucleus (SON) and paraventricular nucleus (PVN) are examples of neuron popula-
tions that seem to stay perfectly intact in old age. The synthesis of vasopressin in the SON is
even increased in elderly women and remains stable in elderly men. Other examples of neuronal
activation during ageing are found in the parvocellular corticotropin-releasing-hormone (CRH)
containing neurons in the PVN, as indicated by the increase in the number of CRH expressing
neurons and by their co-expression of vasopressin. The nucleus basalis of Meynert (NMB), a
major source of cholinergic innervation to the neocortex, shows a progressive degeneration of
cholinergic neurons in the course of ageing, along with a decreased neuronal metabolic activity,
severe cytoskeletal alterations and a loss of high and low affinity neuroptrophin receptors. On the
other hand, the protein synthetic activity of the ventromedial nucleus (VMN), a hypothalamic
area involved the organization of sex-specific functions and sexual behavior, depends on the age
and gender of the subject. The size of the Golgi apparatus (GA) relative to the cell size in the
VMN, for example, is larger in young women than in young men and larger in elderly men than
in young men. In addition, the GA/cell size ratio is positively correlated with age in men and
not in women. The arcuate nucleus of the hypothalamus (ARH), or tubero-infundibular nucleus,
contains hypertrophic neurons in postmenopausal women. These hypertrophied neurons con-
tain neurokinin-B, substance P and estrogen receptors and probably act on LHRH neurons as
interneurons. The lateral tuberal nucleus (NTL), probably involved in feeding behavior and
energy metabolism, does not show any neuronal loss in senescence. To sum up, each cell group
of the human hypothalamus has its own sex-specific pattern of ageing. In fact, some hypotha-
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lamic nuclei show a dramatic functional decline with ageing, whereas others seem to become
more active later in life.

1. INTRODUCTION

The human hypothalamus, which measures only 4 cm', is confined anteriorly by the lamina
terminalis, posteriorly by the midbrain tegmentum, and superiorly by the hypothalamic sulcus
[ 1,2]. Although the complex cellular arrangement and multitude of afferent and efferent projec-
tions have made analysis of hypothalamic organization difficult, most authors distinguish three
major regions: (i) the preoptic or chiasmatic region - containing the suprachiasmatic nucleus,
sexually dimorphic nucleus, supraoptic nucleus and paraventricular nucleus. In addition, the
nucleus basalis of Meynert, the diagonal band of Broca and the bed nucleus of the stria termina-
lis are considered in connection with the preoptic region; (ii) the tuberal region - containing the
ventromedial and dorsomedial hypothalamic nuclei, along with the arcuate (or tubero-infundib-
ular) nucleus, lateral tuberal nucleus and tubero-mamillary nucleus, and (iii) the posterior or
mamillary region, which is dominated by the mamillary bodies that abut the midbrain tegmen-
tum (Figure 1) [for reviews, see 1-5].

Before 1900 there were only vague intimations of the function of the brain surrounding the
third ventricle and these were based primarily on various pathological and assorted clinical
observations [6]. Since then a large body of experimental evidence has been derived implicating
that this part of the brain contains the control systems which are critically involved in a wide
range of homeostatic and rheostatic regulatory processes [see e.g., 4,7,8]. Among these are the
control of water balance, food ingestion and energy metabolism, sleep, body temperature and
neuroendocrine secretion and the regulation of reproduction and various emotional-affective
states. Increasing age and a variety of diseases may impair many of these functions and may
have deleterious effects on the morphology of hypothalamic structures [see, e.g., 2,5,9-11].
Some hypothalamic cell groups, on the other hand, remain functionally intact or even show clear
signs of neuroplasticity by becoming more active later in life. In the present review, recent data
on a number of prominent hypothalamic nuclei in the preoptic and tuberal regions are discussed
in relation to sexual differentiation, ageing and some neuropathological conditions.

2. PREOPTIC OR CHIASMATIC REGION

2.1. Suprachiasmatic nucleus

The suprachiasmatic nucleus (SCN) is the principal component of the mammalian biological
clock, which is responsible for generating and coordinating many physiological, endocrine, and
behavioral circadian rhythms [for reviews, see 12,13]. Consistent with its role in the temporal
organization of circadian processes, investigations in rodents and non-human primates suggest
that the SCN is also involved in the seasonal control of reproduction, sexual behavior and energy
metabolism [14,15].

The human SCN is a small collection of parvocellular neurons in the basal part of the anterior
hypothalamus, just dorsal to the optic chiasm on either side of the third ventricle (Figure 1). It
is usually elongated in the anterior-posterior direction. The external boundaries of the SCN are
often difficult to discern in conventionally thionin-stained sections, but by labelling the SCN
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Figure 1. Preoptic and tuberal region of the hypothalamus in the adult human brain. The diagram shows the main land-

marks and nuclear grays that are encountered as coronal sections and traced antero-posteriorly (a-h). Each of the sections

is spaced apart by 800 um. AC, anterior commissure; AN, accessory neurosecretory nucleus; ARH, arcuate nucleus;

BST, bed nucleus of the stria terminalis; CG, chiasmatic gray; CM, corpus mamillare; CU, cuneate nucleus; DBB,

nucleus of the diagonal band (of Broca); DMH, dorsomedial nucleus; FM, fasciculus mamillo-thalamicus; FO, fornix;

NTL, lateral tuberal nucleus; OT, optic tract; PH, posterior hypothalamic nucleus; PM, posteromedial nucleus; PVA,

periventricular area; PVN, paraventricular nucleus; RC, retrochiasmatic nucleus; SCN, suprachiasmatic nucleus; SDN,

sexually dimorphic nucleus (or intermediate nucleus; INAH-1); SON, supraoptic nucleus; SU, subthalamic nucleus; TG,

tuberal gray; TMN, tuberomamillary nucleus; UN, unicate nucleus; VMH, ventromedial nucleus. Based upon Braak and

Braak [3], with permission.

immunocytochemically with antibodies against neuropeptides, such as arginine-vasopressin
(AVP), vasoactive intestinal polypeptide (VIP), neuropeptide-Y, or neurotensin, it becomes
clearly recognizable [16,17]. Neurons that are immunoreactive to these antisera appear to form
distinct subpopulations of cells with different, chemically specific, connections. Our recent find-
ings in humans support the notion of the SCN being the principal neural substrate that organizes
biological rhythms, as the biosynthesis of particular neuropeptides in this nucleus, such as AVP
and VIP, exhibit marked diurnal as well as seasonal fluctuations [15,18]. It appears that photic
information may have a synchronizing effect on the clock mechanism of the SCN by inducing
changes in the functional activity of certain groups of neurons.

With advancing age, however, the circadian timing system is progressively disturbed, both
in humans and other mammals, as is clearly demonstrated by a reduced amplitude and period
length of circadian rhythms and an increased tendency towards internal desynchronization [for
reviews see, 19,20]. The functional changes in the temporal organization of older individuals
may be due to a gradual age-related deterioration in the activity of specific cell groups in the
SCN, and presumably other parts of the clock, leading to disruptions of the circadian timing
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Figure 2. Circadian rhythm in the number of vasopressin-containing neurons in the human suprachiasmatic nucleus

(SCN) of (A) young subjects (< 50 years of age) and (B) elderly subjects (> 50 years of age). The black bars indicate the

night period (22.00-06.00 h). The general trend in the data is enhanced by using a smoothed double plotted curve and is

represented by mean + S.E.M. values. Note the circadian rhythm in the SCN of young people with low values during the

night period and peak values during the early morning. From Hofman and Swaab [21], with permission.

system. Part of the neural substrate for the disrupted circadian rhythms with ageing might be
the population of AVP neurons in the SCN. It was shown that the number of AVP-expressing
neurons in the human SCN exhibits a marked diurnal oscillation in young (up to 50 years of age),
but not in elderly people (over 50 years of age) [21,22]. Whereas in young subjects low num-
bers of AVP-expressing neurons were found during the night period and peak values during the
early morning, the SCN of elderly people showed a reduced amplitude and a tendency towards
a reversed diurnal pattern with high instead of low values during the night (Figure 2). Similar
age-related decrements have been reported for the seasonal timing system [23],

Neuroanatomical studies, furthermore, provide evidence that degenerative alterations in the
human SCN occur at a later phase in life than the reported functional changes in circadian organ-
ization. More frequent and prolonged awakenings and shorter sleep periods have already been
found in 50- to 60-year-old subjects [24,25], whereas a reduction in SCN volume and number of
AVP-expressing neurons are only present from the age of 80 years onwards [9,11,26]. Thus, the
observed loss of AVP-expressing neurons in the SCN of very old people may only be a relatively
late correlate of functional changes in the biological clock appearing much earlier. Many findings
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indicate that changes in the SCN and other parts of the circadian timing system underlie some of
the sleep disturbances among elderly people [20,22,27]. Based on the hypothesis that increased
stimulation of the brain can improve or even restore the decreased neuronal activity [28], it has
been demonstrated in aged rats that both overt sleep-wake rhythms [29] and cell function in the
SCN [30] can be restored by enhancing the stimuli the circadian timing system normally uses
for synchronization of the sleep-wake rhythm. There is evidence that the same mechanism may
be effective in humans. Improvement of the sleep-wake rhythm of elderly people has been dem-
onstrated by application of a variety of potent modulators of the circadian timing system, like
bright light, melatonin and physical activity [for reviews see, 20,31 ]. Contrary to treatment with
hypnotics, the improvement of sleep following these treatments is without adverse effects and
even results in improvement of mood, performance, daytime energy, and quality of life.

2.2. Sexually dimorphic nucleus (Intermediate Nucleus, INAH-1)

The sexually dimorphic nucleus of the preoptic area (SDN-POA) was first described in the rat
brain by Gorski et al. [32]. In rats sexual differentiation of the SDN-POA has been reported
to occur during the first ten days postnatally [33] due to differences in perinatal steroid levels
[34]. On the basis of lesion experiments in rodents, it was found that the SDN-POA is involved
in aspects of male sexual behavior, i.e., mounting, intromission and ejaculation. However, the
effects of lesions on sexual behavior are only slight, so it may well be that the major functions
of this hypothalamic nucleus are still unknown at present.

The SDN-POA in the young adult human brain is twice as large in males (0.2 ram') as in
females (0.1 mm3) and contains twice as many cells [35,36]. The SDN-POA is located between
the supraoptic (SON) and the paraventricular nucleus (PVN), at the same rostrocaudal level as
the SCN (Figure 1). The SDN-POA is identical to the intermediate nucleus described by Braak
and Braak [1], and to the INAH-1 of Allen et al. [37]. A sex difference does not occur until the
4th postnatal year, when cell numbers start to decrease in girls, whereas in men the cell num-
bers in the SDN-POA remain stable until approximately the age of 50 years, after which they
decline rapidly [36] (Figure 3). In the period from 45 to 60 years we found that the cell number
diminished at a rate of 3% per year. After the age of 60, the cell number in the male SDN-POA
does not decrease any further. In women, a second phase of cell loss sets in after the age of
about 50 years. After a period of relative stability, from 70 years onwards, a more dramatic
reduction in cell number could be detected (Figure 3). In the period between 75 and 85 years the
cell number in the SDN-POA of females decreases at a rate of 4.8% per year, leading to values
which are only 10-15% of the peak value found at 2-4 years postnatally. The sharp decrease in
cell numbers in the SDN-POA later in life might be related to the dramatic hormonal changes
and decreasing sexual activity which accompany senescence [38,39]. It is not clear whether the
age-related alterations in gonadal function are cause or effect of the observed cell loss in this
nucleus. Cell numbers in the SDN-POA of Alzheimer's disease patients were found to be within
the normal range for age and sex [40].

An intriguing consequence of this sex-dependent pattern of ageing is that the sexual dimor-
phism of the human SDN-POA is by no means constant throughout adult life. As can be seen in
Figure 3, the largest discrepancies in SDN-POA cell number between the sexes are found around
the age of 30 years and in people older than 80 years, whereas the sexual dimorphism is least
around the age of 60 years.
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Figure 3. Age-related changes in the total cell number of the sexually dimorphic nucleus of the preoptic area (SDN-

POA) in the human hypothalamus. The general trend in the data is enhanced by using smoothed growth curves. Note that

in men the SDN-POA cell number steeply declines between the ages of SO and 60 years, whereas in women, from the age

of about SO years onwards, a more gradual cell loss is observed, which continues up to old age. These curves demonstrate

that the reduction in cell number in the human SDN-POA in senescence is a non-linear, sex-dependent process. From

Hofman and Swaab [36], with permission.

2.3. Supraoptic and paraventricular nuclei

The large neurosecretory cells of the hypothalamic supraoptic nucleus (SON) and paraventricu-
lar nucleus (PVN) produce the neuropeptides arginine vasopressin (AVP) and oxytocin (OT)
which are released into the bloodstream in the neurohypophysis. This hypothalamo-neurohy-
pophyseal system is known to be implicated in the regulation of diuresis, vascular resistance,
parturition and lactation [4,41]. Parvocellular neurons of the PVN project to brain areas outside
the hypothalamus and influence central and autonomic processes [42]. Oxytocin has an effect
on, for example, food intake, affiliation, and maternal and sexual behavior [43,44]. In males,
oxytocin might also be involved in sexual arousal and ejaculation [45].

The neurons of the human SON and PVN form a population of stable cells in normal ageing
and in Alzheimer's disease; no loss of neurons was observed [46—49]. The observation that no
cytoskeletal alterations were found in Alzheimer patients with several antibodies in the SON
[50] is in accordance with this stability. Although in the PVN of Alzheimer patients some neu-
ronal and dystrophic neurite staining is observed with cytoskeletal antibodies [50], the number
of peptidergic neurons in the PVN of these patients is not affected.

Various observations provide evidence for the hypothesis that an enhanced activity of neurons
may interfere with the process of ageing, and thus prolongs the lifespan of neurons or restores
their function [28]. Many cell groups in the human SON and PVN are not only metabolically
highly active throughout life, especially the magnocellular neurons, but they even seem to be
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more active in elderly subjects than in young adults, as can be derived from the increase in size
of the vasopressin- and oxytocin-containing perikarya [51,52], nucleoli [53] and Golgi apparatus
[54,55] in senescence. Also the plasma levels of vasopressin are enhanced in elderly subjects
[56]. Furthermore, cell counts in the human SON suggest that a substantial proliferation of glial
cells takes place in this nucleus with advancing age [57].

The enhanced neuronal activity of the human SON during ageing, however, was only found
in women, but not in men. It has therefore been hypothesized that the low-affinity neurotrophin
receptor p75 (p75NIR) might be involved in the mechanism of activation of the protein synthesis
in postmenopausal women, since this receptor has been identified in the PVN and SON of a few
aged women, and because estrogens were found to downregulate p75N1R expression [58]. There-
fore, we investigated whether the drop of estrogens in the postmenopausal period influences the
expression of p75NIR in the AVP neurons of the human SON [59]. The area of p75NIR immuno-
reactivity per cell was found to be positively correlated with age and with Golgi apparatus size
only in women but not in men (Figure 4), suggesting that the neurotrophin receptor p75 is indeed
involved in postmenopausal activation of vasopressinergic neurons in the human SON.

In contrast to the SON, the PVN does not only contain magnocellular AVP and OT neurons,
but also parvocellular ones that project to brain areas outside the hypothalamus, and to the
median eminence. Examples of this type of parvocellular neurons are the corticotropin-releasing
hormone (CRH) neurons. In the human PVN they are not located in a well-defined subnucleus
as they are in the rat, but are spread all over the PVN, except for the most rostral part where they
are absent. Another property of CRH neurons in the PVN is that they may coexpress AVP when
activated. This occurs, for example, in the process of ageing, and their activation may be causally
related to symptoms of depression [60].

2.4. Nucleus basalis of Meynert

The nucleus basalis of Meynert (NBM) is the major source of cholinergic innervation to the neo-
cortex [61]. The human NBM includes a series of clusters of magnocellular neurons and scat-
tered perikarya extending from the medial septum and diagonal band of Broca rostrally, through
the substantia innominata to the most caudal part of the global pallidus [2,62]. The cholinergic
activity of NBM neurons is diminished in elderly subjects, as a result of the reduced choline-
acetyltransferase (ChAT) and acetylcholinesterase (AChE) activity [63]. Moreover, the nucleo-
lar volume [64] and Golgi apparatus size [65] of NBM neurons are smaller in elderly subjects.
Estimates of changes in neuronal numbers in the human NBM with ageing have yielded similar
results. The NBM is affected in a number of cognitive disorders, such as Down's syndrome,
Parkinson's disease and especially in Alzheimer's disease, where a progressive degeneration of
cholinergic neurons has been observed [2], along with a decreased neuronal metabolic activity
[65,66], severe cytoskeletal alterations [50] and a loss of high and low affinity neuroptrophin
receptors [67-69].

There is some evidence suggesting a beneficial effect of estrogens on the risk and course of
Alzheimer's disease [70,71], although the potential role of estrogen replacement therapy (ERT)
is certainly not without controversy. Estrogens may interact with the cholinergic system, nerve
growth factor and its high affinity trk receptors [72-74]. In the human NBM both estrogen recep-
tor alpha (ERa) and estrogen receptor beta (ERp) are present [62], suggesting that estrogens
may have a direct effect on the NBM. ERa was expressed to a higher degree than ERp1 and
was localized mainly in the cell nucleus, while ER|3 was mainly confined to the cytoplasm. A
significant positive correlation between age and the percentage of ERa nuclear positive neurons
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Figure 4. Neurotrophin receptor p75 immunoreactivity in the human supraoptic nucleus (SON) of a young woman (A,B)

and an elderly woman (C,D). Note the difference in the intensity of the staining which is more prominent in the elderly

woman. Bar = 50 ,um. From Ishunina et al. [59], with permission.
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was found only in men and not in women, whereas the proportion of ER|3 cytoplasm positive
cells was not related with age in either of the sexes [62]. In Alzheimer's disease the proportion
of neurons showing nuclear staining for both ERa and ER(3 and cytoplasmic staining for ER(3
was markedly increased, providing a neural substrate for estrogen replacement therapy in treat-
ing cognitive decline in postmenopausal women with Alzheimer's disease.Taken together, these
findings demonstrate that there are hardly any changes in ER-immunoreactivity in the human
NBM during normal ageing, whereas a pronounced upregulation of both ERs and, in particular,
nuclear ERa is observed in Alzheimer patients.

3. TUBERAL REGION

3.1. Ventromedial and dorsomedial nuclei

The human ventromedial nucleus (VMN), also known as the nucleus of Cajal, is a pear-shaped
structure in the tuberal region of the hypothalamus (Figure 1) with a cell density that is higher
in its peripheral region than in the center of the nucleus. It features a narrow, cell-sparse zone
surrounding the nucleus, which facilitates its delineation from adjoining nuclear grays [3]. Two
main parts are distinguished in the VMN: the largest part is the ventrolateral part (vl-VMN),
while a smaller dorsomedial part is situated closer to the fornix [5]. In humans the VMN con-
tains a dense network of somatostatin cells and fibers. In addition, thyrotropin-releasing hor-
mone fibers, substance P, preproenkephalin and NADPH diaphorase were found in this nucleus
[for reviews, see 2,75]. Oxytocin binding was demonstrated in the human VMN by autoradiog-
raphy, suggesting the presence of oxytocin receptors in this region, but they did not show any
correlation with age or sex of the subjects [76].

The VMN is interconnected with many neighbouring areas but is also reciprocally con-
nected to the magnocellular nuclei of the basal forebrain, suggesting that the VMN influences
higher cortical functions and behavior via these pathways. Animal studies clearly indicate that
the VMN is involved in the organization of sex specific functions, such as female reproductive
behavior, gonadotropin secretion, feeding, aggression and sexual orientation [2]. PET scan stud-
ies in humans suggest that the VMH in our brain is involved in the gender specific integration
of pheromonal input [77]. By measuring the size of the Golgi apparatus (GA) and the volume
of individual neurons in the human VMN we found the protein synthetic activity of the neu-
rons to be age- and sex dependent [75]. The size of the Golgi apparatus relative to the cell size
appeared to be larger in young women than in young men and to be larger in elderly men than in
young men. In addition, the GA/cell size ratio correlated significantly with age in men and not
in women. Moreover, androgen receptors are clearly expressed in the male VMN and not in the
female VMN [78]. These data suggest an inhibitory effect of androgens on the activity of VMN
neurons in humans, which is possibly mediated via androgen receptors. Indeed, in men, plasma
testosterone levels tend to decline with age [39]. However, the possibility of a stimulatory effect
of estrogens on the VMN neurons via estrogen receptors should also be considered.

It should be noticed that the activity of the human VMN neurons was completely opposite
to that observed in the SON and PVN. The biosynthesis of vasopressin in the human SON and
PVN was higher in young men than in young women and was higher in elderly women than
in young women, suggesting an inhibitory effect of estrogens on the activity of these neurons
[52,55]. This inhibitory effect in the SON and PVN is most probably mediated via estrogen
receptor p, whereas the complex interaction of sex and age differences in the bioactivity of SON
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Figure 5. Percentages of neurons less than and exceeding 200 urn cross-sectional area in the arcuate nucleus of the

hypothalamus (ARH) of pre-menopausal and post-menopausal women. Left: histogram of all neurons stained with

cresyl violet; right: histogram of neurons expressing estrogen receptor gene transcripts. Note the distinct increase in cell

size in the estrogen receptor mRNA expressing neurons in post-menopausal women, indicating that the hypertrophy

occurs in a subpopulation of neurons. Based upon Ranee et al. [92], with permission.

neurons might be explained by the differential expression of both estrogen receptors, ERoc and
ER|3 [59].

The dorsomedial nucleus (DMN) is poorly differentiated in the human brain and covers the
anterior and superior poles of the ventromedial nuclues. Large numbers of cells which, accord-
ing to their cytological features, belong to the hypothalamic gray, invade peripheral portions of
the nucleus. The medium-sized nerve cells of the DMN are markedly richer in lipofuscin depos-
ists than those of the VMN [3].

3.2. Arcuate (infundibular) nucleus

The horseshoe-shaped arcuate (or infundibular) nucleus of the hypothalamus (ARH) surrounds
the lateral and posterior entrance of the infundibulum (Figure 1) and contains a large number of
neurotransmitters and neuropeptides, such as somatostatin, neuropeptide-Y and neurotensin [5].
Various neuroendocrine cell types that are involved in the hypothalamo-pituitary-gonadal (HPG)
axis are also located in this nucleus.

The menopause represents a dramatic alteration in the function of the HPG axis in women. As
a consequence of decreased levels of sex hormones, neuronal hypertrophy has been reported in
the ARH of postmenopausal women [79]. The mean profile area of arcuate neurons of postmen-
opausal women, but also of older men [80], was significantly larger than that of young subjects
(Figure 5). The density of these hypertrophied neurons was also increased. Arcuate neuronal
hypertrophy has also been described in chronically ill, hypogonadal men and in patients suffer-
ing from starvation and gonadal atrophy [for a review, see 79].

The hypertrophied neurons in the ARH of postmenopausal women contain increased amounts
of neurokinin B, substance P, and estrogen receptor mRNAs, indicating an increased neuronal
activity as well [79]. Luteinizing hormone-releasing hormone (LHRH) neurons are also found
in this nucleus, but the hypertrophied neurons themselves do not contain this peptide. The sen-
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sitivity of the luteinizing hormone to LHRH does not seem to decrease in elderly men [81]. On
the other hand, a decreased sensitivity to sex steroid feedback was found in elderly (80 years)
postmenopausal women as compared to younger postmenopausal women (55 years) [82]. No
data on changes in the exact number of LHRH expressing neurons in relation to ageing in the
human hypothalamus are available at present.

In addition to LHRH neurons, the human ARH contains a large population of growth hor-
mone-releasing hormone (GHRH) neurons [10]. Together with the inhibiting somatostatin
neurons that are situated in the periventricular nucleus, they regulate the secretion of growth
hormone (GH), which is not only necessary for normal infant and childhood growth, but also for
the regulation of normal body composition and metabolism in adulthood [83]. A current hypoth-
esis states that a defective GH secretion may be one of the pacemakers of ageing [84]. In line
with this is the observation that in elderly people the response of GH to GHRH is significantly
reduced [85]. It has even been reported that GH responses to GHRH decline after 30 to 40 years
in men, and after menopause in women [86]. Although it has been suggested that a decreased
GHRH or increased somatostatinergic activity are the main events underlying the age-related
decline of GH secretion in mammals, no direct evidence is available about the changes of GHRH
or somatostatin neurons in the human hypothalamus with ageing.

3.3. Lateral tuberal nucleus

The lateral tuberal nucleus (nucleus tuberalis lateralis, NTL) is an evolutionary new hypotha-
lamic structure that can only be recognized in anthropoid primates, including man. There are
indications that the primate NTL is homologous to the calcitonin gene-related peptide (CGRP)
containing the terete nucleus of the rat [87].The most characteristic feature of the human NTL is
an extremely great variability of its shape and segmentation and its population of somatostatin
expressing neurons [9,48]. In addition, some galanin and LHRH immunoreactive fibers have
been found in this nucleus [88,89]. Because, under different conditions, the pathology of this
area is accompanied by cachexia, the NTL is hypothesized to play a role in feeding behavior and
energy metabolism.

In adulthood the human NTL contains about 60,000 neurons, a number that does not seem
to change dramatically during lifespan. In contrast to this stable neuron number, a considerable
increase in the neuron density and a decrease in the size of cell nuclei were observed in the NTL
of subjects over 60 years old [48]. The NTL is affected in a variety of human neurodegenerative
diseases, including Huntington's disease. In fact, neuronal loss in the NTL may be a good marker
of the severity of this disease [90]. Pathological changes in the NTL have also been described in
depression and some other neurological diseases [2]. In Alzheimer's disease, on the other hand,
the number of NTL neurons did not differ from that of controls [91]. In fact, the NTL seems to
represent a brain area in which Alzheimer's disease affects the neurons in a limited way, without
further progress to the classical changes of silver-staining of tangles and neuronal cell loss.

4. CONCLUDING REMARKS

The main conclusion of the present review is that the ageing process causes differential changes
in the human hypothalamus. Declining neuronal activity and cell death may already start around
the age of 40 to 50 years in some peptidergic systems (e.g., the decreased number of VIP neurons
in the SCN of middle-aged men and the sharp decline in the number of neurons of the SDN-POA
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after 50 years). On the other hand, some hypothalamic cell groups remain functionally intact and
are sometimes even activated in the course of ageing (e.g., the vasopressin-producing neurons
of the PVN and SON). The selective vulnerability of neurons in the human brain argues against
the notion that normal ageing is accompanied by a general decline in cellular activity. Moreover,
the typical sex-specific patterns of ageing, characteristic of many hypothalamic cell groups, sug-
gest that steroid hormones play a key role in the process of ageing and neuroplasticity. It can be
concluded that the various hypothalamic nuclei are involved in a great number of functions and
that the multitude of changes in this region of the human brain during ageing forms the basis of
many physiological, endocrine and behavioral alterations in elderly people.
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ABSTRACT

Physiological functions of growth hormone (GH) and insulin-like growth factor 1 (IGF-1), the
key mediator of GH actions, include effects on ageing and longevity. Mutant mice with GH
resistance, GH deficiency or partial IGF-1 resistance exhibit symptoms of delayed ageing and
live significantly longer than normal (wild type) animals. Homologous pathways regulate ageing
in invertebrates. Mechanisms of GH action on ageing are not known but probably include altera-
tions in metabolism, insulin signaling, and generation of reactive oxygen species. The release
of GH gradually declines during adult life and this may have a role in protecting the organism
from cancer and other age-related diseases. However, reduced GH levels have also been linked
to age-related changes in body composition, muscle and brain function, and are suspected of
contributing to the deterioration of quality of life in the elderly. In spite of great interest in GH
treatment as an anti-ageing therapy, the risks and benefits of its use are not well characterized
and the concept of GH replacement during "somatopause" is controversial. It is suggested that
the relationship of GH signaling to ageing is not the same at different stages of life history and
that GH actions may mediate some of the apparent trade-offs between growth, reproduction and
longevity.

1. INTRODUCTION

Ageing is associated with progressive alterations in all organ systems. Age-related changes in
the function of the hypothalamic-pituitary axis and the peripheral endocrine glands have been
studied in considerable detail and decline in the levels of various hormones, including growth
hormone (GH) in ageing animals and humans is well documented. There is also a considerable
amount of information on the mechanisms responsible for reduced GH release during ageing
and on the consequences of the resulting reduction in circulating GH levels. However, experi-
mental findings obtained during the last decade indicate that the intricate relationship of ageing
to endocrine function is not limited to alterations in hormone levels that accompany ageing.
There is increasing evidence that hormonal signaling plays an important role in the control of
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ageing, and that endocrine function during early stages of life history is important in determining
the rate of ageing and life expectancy. These complex relationships which we are only beginning
to understand are well illustrated by considering the proposed roles of GH in ageing. As was
mentioned above, the rate of GH release is profoundly influenced by age. There is considerable
evidence that physiological actions of this hormone somehow promote ageing and thus contrib-
ute to life expectancy in endocrinologically normal individuals being considerably shorter than
the achievable maximum. Curiously, physiological levels of GH signaling are apparently also
responsible also for preventing age-related functional decline in several organ systems, and for
maintaining youthful body composition.

In this review, we will summarize evidence for these seemingly opposing actions of GH and
attempt to place them in the context of genetic and environmental control of ageing. We will
also relate GH actions to the features of life histories and reproductive strategies that impact
longevity, and to the prospects of devising anti-ageing interventions. We will discuss findings
concerning both GH and insulin-like growth factor 1 (IGF-1) because, in mammals, IGF-1 medi-
ates most of the known actions of GH, and GH stimulates IGF-1 production in various organs
and acts as the principal regulator of IGF-1 levels in peripheral circulation.

2. STUDIES OF LONGEVITY GENES LINK IGF SIGNALING TO THE CONTROL
OF AGEING

Microscopic soil-dwelling round worm, Caenorhabditis elegans (C. elegans) and a common
fruit fly, Drosophila melanogaster are widely used for studies of developmental biology and
genetics. Elegant studies in the laboratories of Riddle, Johnson, Kenyon, Ruvkun, Hekimi,
Guarente, Tatar, Larsen, Partridge and others [reviewed in: 1,2] provided evidence that natural
mutations or targeted disruption (the so called knock-out) of individual genes in these organisms
can produce a significant and, in some cases quite dramatic extension of life span. Interestingly,
most of these "longevity genes" were shown to be involved in the control of identifiable signal-
ing pathways which can be activated by environmental stimuli and influence life history traits
related to stress resistance, diapause, reproduction and life expectancy. In 1997, Kimura et al. [3]
reported that daf-2, a key gene in the control of ageing in C. elegans exhibits homology to mam-
malian IGF-1 and insulin receptors and suggested that the genetic control of ageing may be con-
served in taxonomically distant groups of animals. This important concept and the involvement
of GH and IGF-1 signaling, the so-called somatotropic axis, in the control of ageing in mammals
received strong support from the reports of significantly prolonged life span in house mice (Mus
musculus) with spontaneous or experimentally induced loss of function mutations that affect
peripheral GH and/or IGF-1 levels and action. In mice, significant extension of longevity was
reported in three spontaneous mutants and four types of animals with targeted gene disruption,
the so-called gene knock-out (KO) [Table I; Refs 4-13]. Three of these seven types of long lived
mice are GH deficient and one is GH resistant. Of the remaining three, one exhibits partial IGF-1
resistance. Thus reduced somatotropic axis signaling is present in five of seven known instances
of loss of function of a single gene leading to prolonged longevity in mammals.

Concerning the role of GH in the control of ageing, data obtained in GHR-KO mice are par-
ticularly compelling. In these animals, physiological actions of GH during their entire life span
are prevented by disruption of the GH receptor [9] and thus all of the phenotypic characteristics
of these animals, including delayed ageing [14] and prolonged longevity [10,15] reflect either
direct or secondary consequences of the absence of GH signaling. It should be mentioned that
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Table I Spontaneous mutations and gene knock-outs that prolong longevity in mice.

*When two references are listed, the first is the original description of the mutation (or the knock-out) and the second
is the report of the effect on longevity.

in C. elegans and D. melanogaster, multiple insulin-like molecules signal through a common
receptor and a signaling pathway which corresponds to both IGF-1 and insulin signaling path-
ways in mammals [2]. Early in evolution of chordate ancestors of vertebrates, these pathways
became separated and in mammals they involve three major ligands (insulin, IGF-1 and IGF-2)
acting primarily via distinct insulin and IGF-1 receptors. Mutations affecting GH and IGF-1
signaling in mice lead to secondary alterations in insulin signaling and thus involvement of both
pathways in producing the long-lived phenotype in these animals can be suspected.

The effect of mutations of the various longevity genes on life expectancy can be quite dramatic
with increases in the average life span well over 100% in several C. elegans mutants and well
over 50% (depending on gender, diet and genetic background) in some mutant mice. It should
also be emphasized that these increases of the average life span are accompanied by significant,
generally comparable increases in maximal life span and by physiological, histopathological,
and behavioral indices of delayed ageing [7,14,16,17]. This provides evidence that longevity
genes can influence the fundamental biological process of ageing rather than preventing disease
or some pathological changes that lead to early mortality. Another important implication of these
findings is that life extension in these mutants does not represent a prolonged period of senil-
ity, but rather a longer "health-span" i.e. postponement of age-related pathology and functional
decline. We will return to the issue of distinguishing between gains in the average vs. the maxi-
mal life span, and between ageing per se and age-related disease later in this review. Although
difficult to separate both conceptually and experimentally, age-related disease and ageing are
believed to be distinct biological processes.

3. SEARCH FOR MECHANISMS THAT LINK REDUCED GH AND IGF-1 SIGNAL-
ING WITH DELAYED AGEING

Putative mechanisms that link somatotropic axis to the control of longevity can be proposed on
the basis of known actions of GH and IGF-1, and phenotypic characteristics shared by several

Primary effect % increase in mean life-span References*

Ames dwarf Prop 1'" GH, PRL & TSH deficiency 40-65% Schaible & Gowen, 1961 [4]
Brown-Borg et al., 1996 [5]

Snell dwarf Pitl"" GH, PRL & TSH deficiency -42% Snell, 1929 [6]
Flurkey et al., 2001 [7]

Little GHRHR1"
GH deficiency 24% on low fat diet Eicher & Beamer, 1976 [8]

Flurkey etal., 2001 [7]

GHR/GHBP-/- GH resistance 40-55% Zhou etal, 1997 [9]
Coschigano et al., 2000 [10]

P66*'-/- Stress resistance 30% Migliaccio etal., 1999 [11]

IGFIR+/- Partial IGF-1 resistance 33% (females) Holzenberger et al., 2003 [12]

FIRKO-/- Adipose-specific insulin 18% Bliiheretal., 2003 [13]
resistance
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long-lived mouse mutants, as well as some of the long-lived invertebrate mutants. Additional
leads can be obtained from comparing the phenotype of long lived mutants to the character-
istics of genetically normal (wild type) animals that have been subjected to caloric restriction
(CR). Caloric restriction is usually accomplished by feeding the animals 50—70% of the food
they would have consumed under conditions of unlimited access (ad libitum, AL) and is well
documented to prevent disease, delay ageing, and prolong life in laboratory populations of mice
and rats [reviewed in: 18,19]. Consequently, characteristics shared by long-lived mutant and
CR mice emerge as possible mechanisms of delayed ageing. Obviously, association of these
characteristics with prolonged longevity can not prove cause/effect relationships and it is pos-
sible that they represent markers rather than causes of delayed ageing. However, known actions
of some of the hormones affected by both "longevity genes" and CR and available experimental
and epidemiological findings allow developing some mechanistic hypothesis or, at the very least,
speculations. Mechanisms suspected of mediating the effects of reduced GH signaling on lon-
gevity are listed below.

3.1. Activity of the somatotropic axis, growth and adult body size

In mice, small body size correlates with increased life expectancy. This relationship is supported
by studies of lines produced by selection for differential growth rate [20,21], as well as vari-
ous strains, mutants, knock-outs and transgenics [22] and, more recently by relating individual
differences in adult body size in a genetically heterogeneous population of mice to life span
[23]. In some of these comparisons, and in studies of wild-derived vs. domesticated mice, low-
plasma IGF-1 levels correlate with small size and prolonged longevity [23,24]. Association of
small body size and increased life expectancy is well documented in domestic dogs [25] and
size in this species correlates with circulating IGF-1 levels [26]. There is considerable evidence
that negative association of body size and longevity applies also to other species, including the
human [27].

It is unclear what mechanisms are responsible for the apparent "cost" of growth in terms
of longevity, particularly when viewed in light of evidence that in the comparisons between,
rather than within species, it is the larger animals that generally live longer, presumably due
to lower metabolic rate. However, epidemiological [28,29] and experimental [30] evidence for
IGF-1 being a risk factor for cancer suggests at least one possibility. Pathological elevations of
peripheral GH and IGF-1 levels in individuals affected with gigantism or acromegaly and in
transgenic mice overexpressing GH are associated with significantly reduced life expectancy
[31-33]. However, relating these observations to the role of GH and IGF-1 in normal ageing
is complicated by various disease processes in acromegalic humans and giant transgenic mice
[31,34,35]

The relationship of extended longevity of mutant and knock-out mice to alterations in their
body composition is unclear. Obesity is a risk factor for age-related disease in the human and
important role of trunkal obesity in the control of responsiveness to insulin is strongly supported
by epidemiological data [36] and by results of surgical removal of abdominal fat depots in the
rat [37]. Prolonged longevity of lean FIRKO mice [ 13] adds important evidence for this relation-
ship. However, long lived GHR-KO mice have increased adiposity (Table II) resembling humans
with Laron dwarfism [38]. Snell dwarf and Ames dwarf mice are frequently obese, but average
proportion of body fat and plasma leptin levels in middle aged and old Ames dwarfs are gener-
ally lower than the values measured in normal mice of the same chronological age [39].
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Table II Body composition in adult growth hormone resistant GHR KO mice in comparison to normal animals
from the same stock.

Number of animals

Body wt. (g)

% lean

%fat

Bone mineral density

Females

Normal

27

21.5 ±0.8

80.1 ± 1.9

10.5 ± 1.8

6.92 ±0.16

GHR-KO

23

13.0 ±0.6*

73.9 ± 2.4 *

14.5 ± 2.4

6.18 ± 0 .14

Males

Normal

25

32.9 ± 1.5

73.8 ± 2.0

18.8 ±2.0

8.00 ± 0.57

GHR-KO

22

16.1 ±0.6*

52.7 ± 2.6 *

34.6 ±3.1 *

6.43 ±0.12*

Determined by DEXA using procedures described by Heiman et al. [39].

'Significantly different from normal mice of the same sex; P <0.05.

3.2. Reduced insulin levels and increased sensitivity to insulin

Long-lived dwarf mice and GHR-KO mice have reduced plasma insulin levels [4CM-3]. This is
not surprising in light of well documented anti-insulin actions of GH and stimulatory effects of
GH, IGF-1 and PRL on the insulin-producing cells in the pancreas [44-46]. Concomitant reduc-
tion in plasma insulin and glucose levels indicates increased sensitivity to insulin. In support of
this conclusion, responses to acute insulin stimulation in the liver (including phosphorylation of
insulin receptor and its substrates) are significantly enhanced in these animals [42,43]. However,
relationship of GH and IGF-1 actions to insulin signaling is complex and suppression of hepatic
IGF-1 action in organ-specific knock-outs as well as in dwarf and GHR-KO mice is associated
with symptoms of insulin resistance in skeletal muscle [47,48]. It should be emphasized that
reduction in plasma insulin levels is among the earliest and most consistent responses to CR in
rodents, subhuman primates and humans [18,19,49,50].

We hypothesize that reduced insulin release and improved sensitivity to insulin represent key
mechanisms linking reduced activity of the somatotropic axis and improved life expectancy. We
also believe that the same mechanisms may be critical for determination of human longevity. In
support of this hypothesis, insulin resistance is a major risk factor for most age-related diseases
in the human [51]. Plasma insulin levels are inversely related to survival in the Baltimore Ageing
study [52], Italian centenarians are characterized by exceptional sensitivity to insulin [53], and
incidence of diabetes in Japanese centenarians is 1/10 of the incidence in people in their 80s
in the same population [54]. Separation of the effects of disease from alterations in biological
ageing on the basis of demographic data is exceedingly difficult. However, there is indirect evi-
dence that centenarians represent a segment of the population that is genetically predisposed to
delayed ageing and thus findings in these exceptional individuals may be particularly relevant
in this regard.

3.3 Body temperature, metabolic rate, and oxidative stress

Body core temperature (Tco) is markedly reduced in dwarf mice [55] resembling the findings in
CR mice [18,19]. Smaller but significant reduction in Tco was detected also in GHR-KO mice
[56]. Reduced release of thyroid hormones, GH and insulin is likely to be responsible for these
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findings since each of these hormones is thermogenic. It is unclear whether reduced Tco repre-
sents a reduction in metabolic rate. Although absolute levels of food consumption, oxygen con-
sumption, and metabolism are reduced in dwarf and CR mice in comparison to control animals
(wild type [WT] and AL, respectively), metabolic rate per unit of lean body weight may not be
affected [57]. Interpretation of these findings is very complicated because long-lived mutant, KO
and CR animals are much smaller than the corresponding controls and therefore have less favo-
rable surface: mass ratio and face a greater challenge when housed in standard laboratory condi-
tions i.e. much below thermoneutral temperature. Moreover, their body composition is different
from normal (wild-type) mice with relatively greater weight of the brain, which is very metaboli-
cally active, and relatively smaller amount of fat which has low metabolic rate. The comparisons
are further complicated by differences in average daily Tco between these groups and by the
ability of small rodents to enter a state of torpor with a major further reduction in Tco.

Wild-type rodents subjected to CR resemble long lived Snell and Ames dwarf and GHR-KO
mice in that they are small and hypothermic with reduced plasma levels of GH, IGF-1, insulin,
and glucose, and variably suppressed reproductive functions. There is evidence in rats that long
term CR does not alter metabolic rate expressed per unit of lean body mass [57]. However, there
are some controversies concerning analysis and interpretations of data on metabolic rate of CR
animals [58] and findings in non-human primates and in the human have been interpreted as evi-
dence that CR reduces metabolism [59]. These complications notwithstanding, it is reasonable
to propose that the slow growing, hypothyroid animals with reduced Tco may have alterations in
energy metabolism that lead to reduced generation of reactive oxygen species (ROS).

Reduced ROS generation [60], combined with improved antioxidant defenses [61—63] may
lead to diminished oxidative stress and reduced oxidative damage to DNA and other cell com-
ponents. Protein oxidative damage in the liver and brain, and lipid peroxidation in the brain
are reduced in Ames dwarf, in comparison to normal mice [60]. Moreover, oxidative damage
to mitochondrial DNA in the brain of Ames dwarf mice is markedly reduced [64]. Inasmuch,
as oxidative stress and damage are believed to be the key mechanisms of ageing at the cellular
level, these alterations are likely to represent the final, common effector by which reduced soma-
totropic signaling and secondary changes in insulin action prolong longevity.

Possible contributions of delayed sexual maturation and reduced gonadal function [65,66] to
prolonged longevity in dwarf, GHR-KO and CR mice are probably minor and will not be dis-
cussed in this article. Results obtained in IGF1R +/- mice provide evidence that reduced IGF-1
signaling can increase life span without inhibiting reproductive functions [12].

4. CONFLICTING FINDINGS

Evidence for the involvement of the somatotropic axis in the control of ageing is compelling.
However, evidence for the causative role of reduced GH and/or IGF-1 actions in extending
longevity in mammals is largely correlative and is viewed by some as controversial. Reducing
plasma IGF-1 levels by expression of a GH antagonist in transgenic mice does not influence
life span [67], selective GH deficiency in GH releasing hormone receptor (GHRHR) mutant
(GHRHR1") mice is associated with prolonged longevity only when obesity is prevented by a
low fat diet [7], and in transgenic "minirats" life span is prolonged in heterozygotes with mod-
erate reduction in IGF-1 but shortened in homozygotes with a more profound suppression of
IGF-1 [68]. Injections of GH were reported to shorten life span in cardiomyopathic hamsters
[69], to extend it in mice [70], and have no effect on lifespan in rats [71]. Data on the impact of
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congenital GH deficiency on ageing and longevity in the human are extremely limited and dif-
ficult to interpret. Hypopituitarism caused by mutation of the Propl gene (homologous to Ames
dwarfism in mice) and GH resistance due to mutations of the GH receptor are apparently com-
patible with reaching an advanced age [72,73] but the number of patients is too small to allow
meaningful comparisons with endocrinologically normal individuals from the same populations.
A recent case report [74] comments on a youthful appearance of a middle aged patient with iso-
lated GH deficiency. Findings most difficult to reconcile with the anti-ageing actions of reduced
activity of the somatotropic axis concern the normal decline in GH release during ageing and
the beneficial effects of GH replacement in elderly individuals. These important issues will be
discussed below.

4.1. GH levels decline with age

It is well documented that concentration of GH in peripheral circulation declines during ageing.
Detailed studies in the rat, in the dog and in the human provided evidence that this decline is due
primarily to reduced release of GH releasing hormone (GHRH) from the hypothalamus [75-78]
and entails suppression of secretory bursts of GH from the pituitary [75,78]. Age related sup-
pression of GH release is very pronounced. In the human, it starts soon after attainment of adult
height, with secretory rate of GH declining by approximately one half every seven years [78].
This alteration in endocrine function is not without consequences. Studies in individuals who at
some point in their adult life lost the ability to secrete GH (most commonly as a result of pitui-
tary tumors and their treatment) lead to the realization of multiple roles of GH after linear growth
is completed and to description of the syndrome of adult GH deficiency (GHD). Individuals
afflicted with GHD are characterized by obesity, loss of muscle mass, and increased cardiovas-
cular disease risk factors, as well as reduced energy level, reduced sexual interest, psychologi-
cal alterations, more frequent need to seek medical attention, and other symptoms collectively
described as reduced quality of life [79,80]. These patients improve dramatically when treated
with GH [79,80]. Since GH levels in the elderly are very low and many symptoms of ageing
resemble symptoms of GHD, it was proposed that age-related changes in body composition
and various measures of the quality of life are caused by reduced activity of the somatotropic
axis, the so-called somatopause. This proposal received strong support from the landmark study
of Rudman et al. [81], who reported in 1990 that six months of treatment with GH in elderly
men who had very low IGF-1 levels resulted in reduced adiposity, increased muscle mass and
increased skin thickness. Growth hormone treatment also improved bone density on one of the
examined sites of the skeleton [81]. These findings lead to great interest in GH treatment in the
management of symptoms of ageing. This very interesting and controversial issue will be briefly
discussed in the next section of this article.

4.2. Potential use of GH in anti-ageing medicine

Following publication of results obtained by Rudman et al. [81 ], several groups examined effects
of GH therapy in unselected elderly subjects. The ability of GH to reduce percent body fat and
to increase lean body mass (primarily muscle volume) was confirmed, but beneficial effects
were generally not as clear as they are in younger patients with adult GHD [82]. Numerous side
effects were noted including athralgias, carpal tunnel syndrome, joint pain and development of
insulin resistance that, in a few cases appeared to have progressed to diabetes [82,83]. Moreover,
it was pointed out that GH induced increase in muscle mass does not necessarily imply improved
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strength [83]. Most investigators concluded that in the elderly GH should be used with caution,
that more studies are needed to evaluate the risk-benefit ratio of GH therapy in this group of
patients, and that at present, advanced age alone does not constitute an indication for GH treat-
ment [82,84].

In spite of these reservations, GH, GH releasers and numerous ill-defined "GH-related" prod-
ucts are aggressively promoted as anti-ageing agents [85] and advertisements directed at poten-
tial consumers promise reversal of virtually every accompaniment of ageing including graying
of the hair and baldness. These claims are usually supported by quoting beneficial effects of GH
replacement in middle aged patients with GHD. However, most of the evidence for problems
associated with untreated adult GHD (including cardiovascular risk factors and increased mor-
tality) and for the benefits of GH in these patients is derived from studies in subjects who lost
the ability to secrete GH as a result of pituitary tumors and/or their treatment [86]. Ethiology
of GH deficiency in this type of patients represents a serious confounding factor in any attempt
to extrapolate to normal elderly subjects. Some endocrinologists believe that undesirable side
effects of GH treatment in the elderly can be avoided by use of lower doses and also by starting
with a very low dose and increasing it gradually during early stages of treatment.

Multiple lines of evidence for neuroprotective actions of IGF-1 [87-89] support the concept
of potential benefits of GH therapy. Moreover, GH treatment of ageing rats was shown to stimu-
late brain vascularity and regional blood flow [90] as well as cognitive function [91] thus reduc-
ing or reversing the effects of ageing on these parameters.

Clinical information available to date can be summarized by stating that the benefits of GH
therapy in the elderly are probably proportional to the degree of suppression of the somatotropic
axis in these individuals, that doses comparable to those used in young GHD patients should be
avoided, that risks of long-term GH therapy in the elderly are not known and include potentially
serious problems, and that there is no data on the possible effects of GH replacement in elderly
humans on life expectancy. Detailed discussion of clinical, ethical and philosophical issues
related to replacement therapy aimed at correcting physiological change in hormonal function
is outside the scope of this article. Extrapolation from the data and opinions concerning gonadal
hormone replacement therapy (HRT) probably applies to many aspects of the use of GH in the
elderly.

5. POSSIBLE PROTECTIVE ROLE OF AGE-RELATED DECLINE IN SOMATO-
TROPIC ACTIVITY

In view of delayed ageing and prolonged longevity of GH resistant and GH deficient mice, it is
interesting to consider the possibility that evolution may have favored a decline in GH release
after somatic growth is completed or nearly completed. In the preceding section(s) of this article,
we have discussed the effects of age-related changes in GH release on fat deposition, muscle
mass, brain vascularity, neuronal survival, and CNS function. None of these changes appears to
be beneficial or adaptive. However, reduced somatotropic activity may have a role in delaying
or preventing major age-related diseases and disease risk factors including cancer, insulin resist-
ance and diabetes.

Epidemiological studies suggest that plasma IGF-1 levels and other indices of GH action con-
stitute risk factors for neoplasms including breast, prostate and colon cancer [29,92,93]. Stimu-
latory effects of IGF-1 on the growth of cancer cells [94] support this concept. Tumor develop-
ment is delayed and severity of tumors reduced in long-lived dwarf mice with combined GH,
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PRL and TSH deficiency [17]. Dwarf mice as well as dwarf rats with isolated GH deficiency are
protected from chemically induced carcinogenics [30,95] and GH treatment promotes develop-
ment of mammary tumors in response to dimethlybenzenthracene (DMBA) in dwarf rats [30].

Anti-insulinemic actions of GH are well documented and GH treatment as well as pathologi-
cal elevation of GH due to pituitary tumors or overexpression of GH in transgenic animals can
lead to hyperinsulinemia and insulin resistance [34,96]. Incidence of diabetes is increased in
acromegalic patients [34] and a recent study suggested that GH treatment of elderly subjects
may constitute risk factor for diabetes [82]. However, in patients with GHD, GH replacement
may reduce, rather than exacerbate insulin resistance by reducing abdominal fat deposits [80]. If
age-related decline in GH should prove to have a role in maintaining sensitivity to insulin, this
would have important implications for survival. Evidence reviewed earlier in this chapter sug-
gests that insulin signaling plays an important role in the control of ageing in many organisms
and that enhanced responses to insulin are found in exceptionally long-lived humans [53] as well
as in long-lived mutant mice [40,42,43].

6. RELATIONSHIP OF GH ACTIONS DURING DIFFERENT STAGES OF LIFE HIS-
TORY TO THE REGULATION OF AGEING AND LONGEVITY; EVOLUTIONARY
CONSIDERATIONS

The mechanisms responsible for negative association of the activity of somatotropic axis with
longevity, for the possible protective role of reduced GH release in adults, and for the relation-
ship of low GH levels to functional decline during ageing remain to be clearly identified. It is
a matter of speculation how these complex and somewhat counterintuitive relationships may
have evolved. During pre- and peri-pubertal period, high levels of GH, and unrestricted food
intake promote somatic and reproductive development but may not be optimal for prolonged
survival. The existence of trade-offs between sexual maturation, fertility, reproductive effort,
and longevity is supported by considerable amount of evidence. This complex topic will not be
discussed here due to limitations of space. The putative mechanisms linking GH actions with
ageing might include increased production of reactive oxygen species related to anabolic and
thermogenic effects of GH, as well as increased nonenzymatic glycation [97], and detrimental
effects of insulin [98] related to GH induced reduction in sensitivity to insulin and consequent
stimulation of insulin release.

If the gradual decline in GH release after sexual maturation is indeed protective, as discussed
earlier in this review, it may have been favored by the impact of prolonged adult survival on the
length of the reproductive period. Extended period of parental care of the young in primates may
have provided additional evolutionary advantage to individuals less likely to succumb to cancer,
diabetes, or other diseases related to insulin resistance. The apparent costs of such protective
effects would include detrimental consequences of reduced GH levels on skeletal muscles, fat
deposition, brain vascularity and brain function in old individuals. These consequences of age-
related reduction in GH levels may not have been selected against because they emerge mainly
in the post-reproductive period when the force of natural selection is greatly reduced if not
eliminated.

The assumptions concerning the relationship of GH secretion at different stages of life his-
tory to the regulation of longevity are highly speculative. However, they appear plausible when
viewed in the light of information on the effects of caloric intake on longevity. Caloric restriction
(CR) started before sexual maturation, in early adulthood, or in mid-life prevents age-related
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disease and prolongs life, with early onset CR being most effective [18,19]. However, in ageing
individuals, reduced food intake is detrimental rather than beneficial and survival benefits can be
produced by improved nutrition and increased food consumption [99,100]. The proposed highly
complex interplay between GH and age-related changes in susceptibility to disease, in body
composition, and in physical and mental function may constitute one of the mechanisms of the
apparent trade-offs between growth and reproduction and life expectancy.

6.1. Implications for possible anti-ageing strategies

It is interesting to consider whether any of the information discussed in this review might allow
development of novel and effective anti-ageing interventions. The suspected role of altered
insulin signaling in long lived GH resistant and GH deficient mice suggests that reducing insu-
lin and glucose levels in addition to its well documented role in preventing age-related disease
may also slow the biological process of ageing. This approach to "anti-ageing medicine" seems
particularly attractive, since reduction in peripheral insulin and glucose levels in the human can
be safely and effectively achieved by diet and exercise. Pharmacological interventions aimed at
improving sensitivity to insulin, or perhaps selectively interfering with insulin actions in the adi-
pose tissue [13] or in particular fat depots [37] emerge as additional, more remote possibilities.

It is also possible that a low dose regimen of GH replacement in selected elderly subjects will
be proven in future studies to be beneficial in preventing or reversing frailty and in improving
the quality of life. In this context, it is interesting to mention that in the human, physical exercise
increases GH release [101, 102] and benefits of exercise in preventing and reversing the age-
related functional decline are documented beyond any doubt. Importantly, this includes evidence
from studies in very old subjects [103].
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ABSTRACT

Human ageing is associated with a clear dissociation of the adrenocortical hormone secretion
pattern: circulating levels of adrenal androgens significantly decrease with age in both sexes,
while cortisol and aldosterone secretion remains almost unchanged. The exact mechanism to
account for this dissociation is still unclear. The regulation of adrenocortical steroidogenesis in
the elderly involves diverse extra- and intra-adrenal factors, including oxidative stress, apoptosis
and the interaction of these with immunological factors. Here we review the mechanisms pro-
posed for the adrenal senescence and the potential role of the age-related changes in adrenocorti-
cal secretion in pathophysiological ageing.

1. INTRODUCTION

Adult human ageing is associated with a number of important changes in physiological function
and regulation to which the adrenal function may contribute. The changes in the adrenal cortex
that occur with ageing in humans, and how such changes may have an impact on important
physiological and pathophysiological processes is the focus of this chapter.

The adrenal gland consists of two endocrine tissues of different embryonic origin: the pri-
marily steroid-producing adrenocortical tissue and the catecholamine-producing medullary
chromaffin cells. The adult adrenal cortex is functionally divided in three distinct zones, charac-
terized by the expression of specific steroidogenic enzymes and the ability to produce a unique
steroid hormone profile in response to stimulation by specific peptides hormones: outer zona
glomerulosa (ZG), central zona fasciculata (ZF) and inner zona reticularis (ZR). The ZG is the
unique source of aldosterone. The ZF produces mainly the glucocorticoids, cortisol and corti-
costerone, whereas the ZR is the main source of adrenal androgens, dehydroepiandrosterone
(DHEA) and dehydroepiandrosterone sulfate (DHEAS) [1].

The human and mouse adrenal presents a transient developmental zone between the cortical
and the adrenal medulla, so called fetal or X zone, respectively [2-3]. The human fetal zone
secretes large amounts of DHEAS, which act as a source of C|9 steroids for placental estrogen
production, thus being crucial in establishing the estrogenic milieu during pregnancy [2].

The chromaffin cells of the adrenal zona medullaris produce mainly the catecholamines,
epinephrine and norepinephrine. Chromaffin vesicles contain additionally numerous transmit-
ters, neuropeptides and proteins, which may be released together with the catecholamines.
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Figure 1. Steroidogenesis in the human adrenal cortex. Abbreviations: DHEA, dehydroepiandrosterone; DHEAS, dehy-

droepiandrosterone sulfate; P450scc, side-chain cleavage enzyme; 17OH, 17a-hydroxylase; CYP17, 17,20-desmolase;

DHEAST, dehydroepiandrosterone sulfotransferase; 3pHSD, 3p-hydroxysteroid dehydrogenase; P-450c21, 21-hydrox-

ylase; P-450cl 1B2, 11 |3-hydroxylase; P-450cl 1B1, I lfil-hydroxylase.

There is a close interaction of the adrenal cortex with the adrenal medulla. In addition, there is
an intricate neuroendocrine immune network within the adrenal modulating both adrenocorti-
cal steroidogenesis and adrenomedullary catecholamine production [1], Adrenal senescence is
primarily associated with a decline in adrenal androgen production. Therefore we will focus on
adrenal androgen secretion and ageing.

2. ANDRENAL ANDROGEN SECRETION AND AGEING

Adrenal androgens are primarily produced in the inner zona reticularis of the adrenal cortex. A
small amount of DHEA and its sulfate is produced by the testes and the central nervous system
(CNS) [4-5]. DHEA is synthesized from the precursor pregnenolone, derived from cholesterol
after side-chain cleavage by cytochrome P450scc enzyme (CYPscc) (Figure 1). Cytochrome
P450-17oc (CYP17), a 17a-hydroxylase with 17,20-desmolase activity, converts the C-21
steroid pregnenolone to the C-19 steroid DHEA. Hydroxysteroid sulfotransferase (DHEAST)
converts DHEA to DHEAS, which is the most abundant circulating steroid hormone in humans
[6]. DHEAS is highly expressed in the human adrenal cortex and liver. Its expression is tissue-
specific regulated by steroidogenic factor 1 in the adrenal and liver receptor homologue in the
liver [7].

DHEA can also be converted to androstenedione by the microsomal non-P450 enzyme 3(3-
hydroxysteroid dehydrogenase (3[3HSD). In the periphery, DHEA and androstenedione can
serve as substrates for the formation of testosterone and aromatization to estrogens [8].
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2.1. Regulation of androgen production

Besides the well established stimulatory effect of adrenocorticotropin (ACTH), the regulation of
adrenocortical steroidogenesis involves a complex interaction of several intra- and extraadrenal
factors. This intricate intraadrenal regulatory system may explain the discrepancy in cortisol
and androgen release in several clinical situations, and especially in the age-related changes in
androgen secretion [8].

2.2. Extra-adrenal regulation of adrenal androgens

The extra-adrenal factors believed to modulate adrenal androgens secretion include gonadal
androgens, insulin, growth hormone (GH), prolactin, and pituitary peptides.

Based on the clinical observation of increased pubic hair growth in girls with gonadal dys-
genesis treated with estrogens, it has been postulated that estrogens participate in the regula-
tion of adrenal androgen secretion [8]. Indeed, experiments with human adrenal cell culture
demonstrated an increased DHEA/DHEAS production after stimulation with estradiol [9-10].
Similarly, the adrenal response to stimulation with ACTH increases after testosterone treatment
in vivo [11].

Insulin infusion has been found to cause a decrease in circulating DHEA/DHEAS levels [12].
In addition, in primary cultures of human adrenocortical cells, insulin and insulin-like growth
factor 1 (IGF-1) increase the mRNA levels for 17oc-hydroxylase and type II 3J3HSD in the
absence of cyclic AMP or ACTH, and also potentiate the effect of cyclic AMP and ACTH in all
steroidogenic enzyme mRNA expression [13].

Studies of growth hormone effects on adrenal steroidogenesis have been inconclusive.
Patients with GH deficiency seem to present decreased concentrations of adrenal androgens
[14-15], but treatment with human GH as such does not have any effect on the adrenal androgen
secretion [15].

In vitro studies showed that prolactin stimulates steroidogenesis in guinea pig and human
adrenals [16-17]. Moreover, human adrenals express receptors for prolactin [17]. However,
during the characteristic age-related changes in adrenal androgens concentration there are no
corresponding changes in prolaclin concentrations [8].

Besides ACTH, other peptides derived from proopiomelacocortin may be involved in the reg-
ulation of steroidogenesis. Concentrations of |3-endorphin and (3-lipotropin have been reported
to increase during puberty, suggesting a possible role of both opioids in the development of
adrenarche [18]. In fact, in vitro studies with guinea pig adrenal cells showed an increase in
DHEA production after stimulation with p-lipotropin [19]. Similar results were obtained with
stimulation of human adrenal cells with P-endorphin in vitro [20]. However, if this mechanism
functions in vivo is still unclear.

At least, the corticotropin-releasing hormone (CRH) may also directly influence the adrenal
androgen production. In human fetal adrenal CRH increases DHEAS production as effective as
ACTH, whereas at stimulating cortisol production CRH was only 30% as potent as ACTH [21].
On the other hand, ACTH does not elevate cortisol secretion in the absence of CRH action as
documented in CRH-type 1 receptor knockout mouse model [22]. Consistent with this preferen-
tial effect on DHEAS production, an increased expression of CYP17 mRNA, but not of 3(3HSD
mRNA, was observed after stimulation with CRH [21].
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2.3. Intra-adrenal regulation of adrenal androgens

Besides systemic factors, the adrenal androgen secretion is regulated by complex intra-adrenal
interactions, involving the adrenal vascular supply, its neural input, the immune system, and
local growth factors [1].

The adrenal gland is highly vascularized and its blood flow is finely controlled by a complex
network of neural and hormonal mechanisms [1]. Anderson suggested that, particularities of
adrenal blood flow would explain the increased androgen secretion during adrenarche [23]. In
the adrenal blood flows from cortex to medulla, thus exposing the inner-zone cells to high levels
of cortisol. Gradually the reticularis cells would respond to this high cortisol levels by undergo-
ing morphological and functional changes, such as induction of the enzyme 17,20-desmolase
and perhaps partial loss of 3pHSD, resulting in an increase in androgen production [23].

In addition to medullary catecholamines and neuropeptides to which adrenocortical cells are
exposed in response to activation of the sympatho-adrenal axis, the adrenal cortex receives a
direct innervation, which seems to modulate its function. The innervation of the adrenal cortex
originates from two different sources: one is the adrenal medulla that is regulated by splanch-
nic nerve activity. Other neurons have their cell bodies outside the adrenal gland and reach the
cortex together with blood vessels [1]. In vivo studies reported a regulation of adrenocortical
sensitivity to ACTH through splanchnic nerve activity: dissection of the splanchnic nerves
decreases adrenocortical response to ACTH [24], while stimulation enhances it [25]. Similarly,
perfusion of intact pig adrenals with epinephrine or stimulation of the splanchnic nerves showed
an increased release of androstenedione [26]. Besides the release of catecholamines, other pos-
sible pathways for the neural activation of adrenal cortex include the release of neuropeptides.
For example, the vasoactive intestinal peptide (VIP) has been identified in nerves and cells
within the adrenal cortex in various mammals [27]. In our studies carried out on human adrenal
primary cell culture, VIP stimulated the release of DHEA, testosterone, and androstenedione
significantly [28].

Components of the immune system are located within the adrenal cortex under normal condi-
tions, indicating the existence of an intra-adrenal immune system [29-30]. Macrophages were
found primarily in the zona reticularis, expressing different cytokines such as interleukin-1 (IL-
1), interleukin-6 (IL-6) and tumor necrosis factor alpha (TNFa) when activated [31]. The adreno-
cortical cells themselves are also able to synthesize several cytokines. In situ hybridization and
specific immunostaining studies show that cytokines are expressed mainly in steroid-producing
cells in the zona reticularis and in cortical cells located in the adrenal medulla [31]. This intra-
adrenal immune system has direct effects on the adrenocortical function, including a regulatory
role on adrenal growth and on steroidogenesis [1]. IL-6 receptor is expressed with high density
in the zona reticularis and inner zona fasciculata of human adrenal gland and IL-6 stimulates the
release of androgens both via ACTH and directly [32-33]. In human fetal adrenals TNFa alters
the P450 enzyme expression with a consequent shift to androgen production [34]. Moreover,
based on the observation of direct cellular contacts between lymphocytes and reticularis cells,
as well as on in vitro experiments with HLA-matched lymphocytes and NCI-H295 cells, it has
been found that lymphocytes may directly stimulate DHEA secretion [35]. The T lymphocyte
infiltration in adrenals increases with age, suggesting that lymphocytes may be involved in the
alterations of adrenocortical function during ageing [36].

Various peptide growth factors may also be involved in the regulation of adrenal androgens
secretion. Epidermal growth factor (EGF) and fibroblast growth factor (FGF) stimulate growth
of bovine and human adrenocortical cells in vitro [37-38], but only EGF also stimulates DHEAS
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secretion in fetal zone cells [39]. Transforming growth factor p reduces DHEAS synthesis by
increasing mRNA accumulation of 3(3HSD and decreasing those of CYP17 [40-41]. Both Insu-
lin-like growth factors peptides and their receptors have been identified in the adrenal cortex
[42^13] and a regulatory effect on androgen biosynthesis has been reported in human adre-
nal primary cultures [44]. In addition, the treatment of adrenal cells with IGF-I or II leads to
increased CYP17 and 3(3HSD mRNA expression without changes in the expression of CYPscc
[45].

3. ADRENARCHE/ANDROPAUSE

In contrast to the minimal changes of the cortisol and aldosterone secretion occurring with age,
the adrenal androgens production in humans follows a characteristic age-associated pattern [46].
DHEA is the main secretory product of the fetal adrenal, leading to high circulating levels of
DHEAS at birth. After birth, the DHEAS serum concentrations decrease to almost undetectable
levels, in parallel with the involution of the fetal zone in the first year of life [4]. During child-
hood, DHEA concentrations remain low, but gradually increase again between the sixth and
eighth year of age, a phenomenon called adrenarche [47], and reach peak levels between the ages
of 20 and 30 [46]. Thereafter, a steady decline of androgen levels is observed throughout adult
life, so that only 20-30% of those in young adults are found by the ages of 70 to 80 years. The
greatest decline occurs by the ages of 50 to 60, which is called adrenopause [48].

3.1. Regulation of adrenopause

While alterations of adrenal blood flow may explain certain aspects of hormone profile changes
during adrenarche, the mechanisms to account for the decline in the androgen secretion in ageing
may be different [49]. It has been proposed that a reduction of 17,20-desmolase enzymatic activ-
ity may be responsible for the decrease in DHEA synthese [50]. However, no changes in the
gene expression of 17oc-hydroxylase and other enzymes reponsible for steroidogenesis could be
related to ageing [51]. Thus, it is probable that structural alterations in the adrenal cortex other
than changes in the enzymatic properties of the zonal cells could explain the decrease in adrenal
androgen synthesis evaluated in ageing.

In fact, morphological rearrangements in the adrenal cortex with ageing have been observed
[52]. In spite of similar total cortical thickness between young and older men, a significant
decrease in the zona reticularis width was observed with ageing. Moreover, when the zona
reticularis width was evaluated in proportion to outer cortical zone thickness, a 2-fold increase
in the ratio of the width of zona fasciculata and zona glomerulosa to that of zona reticularis has
been observed. In paralel, the border between zona reticularis and zona fasciculata becomes
irregular [52]. This remodeling of the cortical zones may explain the modifications in the adrenal
steroidogenesis observed in the elderly. In contrast to the zone fasciculata, which has abundant
3PHSD, the human zona reticularis contains high levels of DHEAST and little, if any 3(3HSD
[51,53]. These intra-adrenal differences in the steroidogenic pathway involve a preferential syn-
thesis of DHEA/S but only a small amount of cortisol in the zona reticularis. Thus, a reduced
mass of the zona reticularis in ageing but without reduction in the mass of zona fasciculata may
result in reduced DHEA synthesis without affecting the cortisol synthese pathway [52].

It remains unclear how exactly these morphological rearrangements in the adrenal cortex
occur and whether these observed morphological changes impact on adrenocortical function and
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Figure 2. Proposed mechanisms for adrenopause. a, Adult adrenal gland with differentiated androgen-producing cell,

expressing MHC class II and FAS. FAS-L expressing T helper cells induce apoptosis in immunocompetent reticularis

androgen-producing cells. Oxidative stress also contributes to apoptosis, leading to decrease of zona reticularis width (b)

and downregulation of adrenal androgens synthesis.

regulation. We have proposed a multifactorial model (Figure 2), where the interaction between
extra-adrenal and intra-adrenal hormonal and immunological factors leads to apoptosis of the
cortical androgen-producing cells [54]. The highly differentiated androgen-producing reticu-
laris cells express major histocompatibility (MHC) class II antigens, as well as FAS and FAS
ligand [55-57]. FAS is a cell surface molecule of the tumor necrosis factor (TNF)/nerve growth
factor receptor families [58-59], whereas FAS ligand (Fas-L) is a type II membrane protein also
belonging to the TNF family [58,60]. Both molecules are involved in cellular immune response
and programmed cell death [55,61]. There is also evidence of MHC class II mediated pro-
grammed cell death [62]. T lymphocytes expressing CD4 and CD8 antigens were present within
human adrenal zona reticularis by immunohistochemical subtyping, and electron microscopic
analyses demonstrated direct cell-cell contact between T lymphocytes and adrenocortical cells
in situ [35]. Thus, Fas-L expressing T helper cells may induce apoptosis in immunocompetent
androgen-producing cells expressing Fas and MHC class II antigens [63]. A functional link
between the MHC class complex, Fas/FasL and apoptosis has already been demonstrated: liga-
tion of MHC class II antigens leads to increased sensitivity of lymphocyte cell lines to Fas-medi-
ated apoptosis [64-65]. A similar mechanism seems to occur in the human adrenal cortex [66]
and would explain the Fas/MHC class II-mediated apoptosis of differentiated reticularis cells.

In addition to these immune-endocrine interactions, oxidative damage could contribute to the
adrenocortical cellular senescence. The antioxidants ascorbate (vitamin C) and alpha-tocopherol
(vitamin E) are concentrated in the adrenal gland to very high levels compared to other organs
[67]. It has been proposed that vitamin C and E protect the adrenal membranes from the delete-
rious effects of lipid peroxidation, thereby playing a protective role in steroidogenesis [68-69].
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Interestingly, in the guinea pig as well as in the human adrenal cortex the ZR is the site of great-
est lipofuscin accumulation, an end product of lipid peroxidation [70], and is also the region of
greatest peroxidative activity in vitro [71]. Thus, the accumulation of free radicals from both
exogenous sources and metabolites of catecholamines produced by medullary chromaffin cells,
together with a decrease in antioxidants, would be responsible for increased oxidative damage
of the reticularis cells and promote their apoptosis. The apoptosis of ZR cells with a consequent
decrease in CYP17 activity and DHEA production, but with a maintained cortisol secretion,
would create the imbalance between androgen and cortisol secretion observed in ageing.

3.2. Functional significance

The decrease in the androgen production observed during adrenopause may be an important
link between endocrinosenescence and immunosenescence. Several epidemiological studies
have reported a negative correlation of serum DHEA and DHEAS with IL-6 [72-73]. Circulat-
ing IL-6 increases with ageing [74-75], suggesting an important role of this cytokine in several
age-dependent diseases [76-78]. Additionally, in vitro evidence has been presented for DHEA-
induced inhibition of IL-6 production by human peripheral mononuclear blood cells [73]. Thus,
the age-dependent decrease in DHEA may partly explain the increase in serum IL-6 concen-
trations observed in the elderly. In fact, the treatment of ageing mice with DHEA or DHEAS
reduces up-regulated IL-6 production [79]. A similar effect was verified in the serum levels of
IL-10, which also is increased in aged mice [80].

Whether DHEA has direct immunomodulatory effects on target cells or whether these effects
are indirectly mediated by its downstream steroids, e.g. testosterone, remains unclear. In vitro
studies showed DHEA conversion to physiological amounts of downstream steroid hormones in
macrophages, suggesting a relevant immunomodulatory effect for the downstream hormones of
DHEA [81]. In addition, gene profiling studies, which analyzed the effects of dexamethasone,
testosterone, and DHEA on gene expression by lymphocytes, suggested a direct effect on gene
expression, which may be mediated by a receptor specific for DHEA [82].

It has also been suggested that the balance between the adrenal androgen and glucocorticoids
may influence the differentiation of T helper cells into Thl and Th2 [83]. The Thl response
promotes cellular immunity, whereas the Th2 profile through IL-3, IL-4, IL-5, IL-10 and IL-
13 secretion initiates humoral immunity and counteracts the Thl response [83]. It seems that
corticosteroids induce a shift from Thl to Th2 response [84-85]. Thus, changes in the hormone
balance with a relative predominance of glucocorticoids observed in the adrenopause would
alter the immune balance, with a switch toward a Th2 cytokine pattern. This dysregulation of
cytokine production is in accordance with the predominance of Th2 cytokines in the ageing
immune system and may explain the propensity to disease observed in aged people.

Another potential role of adrenal androgens in the pathophysiological ageing refers to the
effects of DHEA and DHEAS on the central nervous system. DHEA and DHEAS may be
synthesized de novo in the CNS, and thus belong to the class of neurosteroids [5]. They act at
two major receptors: the y-aminobutyric acid (GABA) receptor and the N-methyl-D-aspartate
(NMDA) receptor [86]. Through their interactions with these neurotransmitters, DHEA and
DHEAS are supposed to be involved in complex processes such as learning, memory, neuro-
protection and neocortical organization. As a GABA receptor antagonist, DHEA and DHEAS
may enhance the neuronal and glial survival in mouse embryo brain cells. Furthermore, central
DHEA injection can improve learning and memory capacities in mice [87]. In vitro experiments
with primary cultures of mouse embryonic neocortical neurons indicate that DHEA and DHEAS
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may affect axonal and dendritic growth, thus suggesting an organizational role of DHEA and
DHEAS in the developing CNS [88]. This neurotrophic effect of DHEA was mediated by the
NMDA receptor. In addition, in rat primary hippocampal neurons culture, DHEAS was able to
enhance the neuronal resistance to stress relevant to both acute and chronic neurodegenerative
conditions. The beneficial effects of DHEAS on neuronal survival was correlated with an activa-
tion of a KB-binding transcription factor [89], which appears to protect against the neurotoxicity
associated with oxidative stress, calcium and (3-amyloid [90]. DHEA also opposes the action of
glucocorticoids on the brain, antagonising the neurotoxicity of corticosterone on the hippocam-
pal rat cells [91 ]. Thus, it has been proposed that the age-related decline of DHEAS may play a
role in the occurrence of neurodegenerative diseases, including Alzheimer's disease.

Whether the centrally synthesized DHEAS only or changes in plasma DHEAS levels can also
affect CNS functions remains unclear. In fact, the data concerning the correlation of peripheral
DHEAS secretion and cognitive function are still conflicting. In a larger study of normal older
women, no significant relationship between DHEAS levels in serum and cognitive function has
been found [92]. Similarly, in elderly people no correlation has been demonstrated between
cognitive impairment and serum DHEAS levels [93]. The studies on DHEAS levels and Alzhe-
imer's disease are also contradictory. Some found that Alzheimer's disease patients had lower
DHEAS levels than controls [94-95], but this could not be confirmed by others [96]. When
DHEA is expressed in relation to cortisol concentrations, however, an increased cortisol:DHEA
ration seems to be associated with cognitive impairment in elderly people [97]. Cortisol has a
central neurotoxic activity, whereas DHEAS antagonizes the glucocorticoid action both cen-
trally and peripherally. Thus, not exactly the decrease of adrenal androgens but the dysbalance
of adrenocortical secretion during ageing may be involved in the age-related diseases such as
neurodegenerative disorders and others.

4. CONCLUSION

Ageing in healthy people is associated with a clear dissociation of the adrenocortical hormone
secretion pattern. These changes in adrenal hormone levels may be an important link between
immune-, endocrine- and neuronal-senescence, thereby with a widespread clinical significance.
On this basis, it has been questioned whether ageing represents, in part, an androgen deficiency
syndrome and is therefore reversible by DHEA supplementation. In fact, increasing use of
DHEA as anti-ageing drug has been observed in the USA, where it is considered to be a food
supplement and available without prescription. However, the advantage of such therapy in the
elderly remains unclear. Especially, the conversion of exogenously administrated DHEA to
potent androgens and estrogens in excess may increase the risk of development of sex hormone-
dependent neoplasias. Thus, the risk vs. beneficial effects of DHEA supplementation in elderly
remain to be elucidated before a widespread use of DHEA in advanced age is recommended.

REFERENCES

1. Ehrhart-Bornstein M, Hinson JP, Bornstein SR, Scherbaum WA, Vinson GP. Intraadrenal
interactions in the regulation of adrenocortical steroidogenesis. Endocr Rev 1998; 19:
101-143.

2. Mesiano S, Jaffe RB. Developmental and functional biology of the primate fetal adrenal



147

cortex. Endocr Rev 1997; 18:378^103.
3. Nussdorfer GG. Cytophysiology of the adrenal cortex. Int Rev Cytol 1986;98:1^105.
4. De Peretti E, Forest MG. Pattern of plasma dehydroepiandrosterone sulfate levels in

humans from birth to adulthood: evidence for testicular production. J Clin Endocrinol
Metab 1978;47:572-577.

5. Baulieu EE, Robel P. Dehydroepiandrosterone (DHEA) and dehydroepiandrosterone
sulfate (DHEAS) as neuroactive neurosteroid. Proc Natl Acad Sci USA 1998;95:4089-
4091.

6. Adams JB. Control of secretion and function of C19-delta 5-steroids of the human adrenal
gland. Mol Cell Endocrinol 1985;41:1—17.

7. Saner KJ, Mayhew BA, Carr BR, Rainey WE. Tissue-specific regulation of
dehydroepiandrosterone sulfotransferase expression by steroidogenic factor (SF1) in
the adrenal and liver receptor homologue (LRH) in the liver. Molecular Steroidogenesis
Workshop. United Kingdom, 2003;pl3 (Abstract).

8. Parker LN. Control of adrenal androgen secretion. Endocrinol Metab Clin North Am
1991 ;20:401-421.

9. Gell JS, Oh J, Rainey WE, Carr BR. Effect of estradiol on DHEAS production in the
human adrenocortical cell line, H295R. J Soc Gynecol Investig 1998;5:144-148.

10. Fujieda K, Faiman C, Feyes FI, Winter JS. The control of steroidogenesis by human fetal
adrenal cells in tissue culture. IV. The effect of exposure to placental steroids. J Clin
Endocrinol Metab 1982;54:89-94.

11. Polderman KH, Gooren LJ, van der Veen EA. Testosterone administration increases
adrenal response to adrenocorticotropin. Clin Endocrinol (Oxf) 1994;40:595-601.

12. Nestler JE, Usiskin KS, Barlascini CO, Welty DF, Clore JN, Blackard WG. Suppression
of serum dehydroepiandrosterone sulfate levels by insulin: an evaluation of possible
mechanisms. J Clin Endocrinol Metab 1989;69:1040-1046.

13. Kristiansen SB, Endoh A, Casson PR, Buster JE, Hornsby PJ. Induction of steroidogenic
enzyme genes by insulin and IGF-I in cultured adult human adrenocortical cells. Steroids
1997;62:258-265.

14. Cohen HN, Wallace AM, Beastall GH, Fogelman I, Thomson JA. Clinical value of adrenal
androgen measurement in the diagnosis of delayed puberty. Lancet 1981; 1:689-692.

15. Hondo MM, Vanderschueren-Lodeweyckx M, Vlietinck R, Pizarro M, Malvaux P,
Eggermont E, Eeckels R. Plasma androgens in children and adolescents. Part II. A
longitudinal study in patients with hypopituitarism. Horm Res 1982; 16:78-95.

16. O'Connell Y, McKenna TJ, Cunningham SK. The effect of prolactin, human chorionic
gonadotropin, insulin and insulin-like growth factor 1 on adrenal steroidogenesis in
isolated guinea-pig adrenal cells. J Steroid Biochem Mol Biol 1994;48:235-240.

17. Glasow A, Breidert M, Haidan A, Anderegg U, Kelly PA, Bornstein SR. Functional
aspects of the effect of prolactin (PRL) on adrenal steroidogenesis and distribution of the
PRL receptor in the human adrenal gland. J Clin Endocrinol Metab 1996;81:3103-3 111.

18. Genazzani AR, Facchinetti F, Petraglia F, Pintor C, Bagnoli F, Puggioni R, Corda R.
Correlations between plasma levels of opioid peptides and adrenal androgens in prepuberty
and puberty. J Steroid Biochem 1983; 19:891-895.

19. O'Connell Y, McKenna TJ, Cunningham SK. Effects of pro-opiomelanocortin-derived
peptides on adrenal steroidogenesis in guinea-pig adrenal cells in vitro. J Steroid Biochem
Mol Biol 1993;44:77-83.

20. Clarke D, Fearon U, Cunningham SK, McKenna TJ. The steroidogenic effects of beta-



148

endorphin and joining peptide: a potential role in the modulation of adrenal androgen
production. J Endocrinol 1996;151:301-307.

21. Smith R, Mesiano S, Chan EC, Brown S, Jaffe RB. Corticotropin-releasing hormone
directly and preferentially stimulates dehydroepiandrosterone sulfate secretion by human
fetal adrenal cortical cells. J Clin Endocrinol Metab 1998;83:2916-2920.

22. Timpl P, Spanagel R, Sillaber I, Kresse A, Reul JM, Stalla GK, Blanquet V, Steckler T,
Holsboer F, Wurst W. Impaired stress response and reduced anxiety in mice lacking a
functional corticotropin-releasing hormone receptor 1. Nat Genet 1998; 19:162-166.

23. Anderson DC. The adrenal androgen-stimulating hormone does not exist. Lancet 1980;2:
454^56.

24. Edwards AV, Jones CT, Bloom SR. Reduced adrenal cortical sensitivity to ACTH in lambs
with cut splanchnic nerves. J Endocrinol 1986; 110:81-85.

25. Engeland WC, Gann DS. Splanchnic nerve stimulation modulates steroid secretion in
hypophysectomized dogs. Neuroendocrinology 1989;50:124-131.

26. Ehrhart-Bornstein M, Bornstein SR, Guse-Behling H, Stromeyer HG, Rasmussen TN,
Scherbaum WA, Adler G, Hoist JJ. Sympathoadrenal regulation of adrenal androstenedione
release. Neuroendocrinology 1994;59:406-412.

27. Holzwarth MA. The distribution of vasoactive intestinal peptide in the rat adrenal cortex
and medulla. J Auton Nerv Syst 1984; 11:269-283.

28. Bornstein SR, Haidan A, Ehrhart-Bornstein M. Cellular communication in the neuro-
adrenocortical axis: role of vasoactive intestinal polypeptidde (VIP). Endocr Res 1996;22:
819-829.

29. Hume DA, Halpin D, Charlton H, Gordon S. The mononuclear phagocyte system of the
mouse defined by immunohistochemical localization of antigen F4/80: macrophages of
endocrine organs. Proc Natl Acad Sci U S A 1984;81:4174-4177.

30. Gonzalez-Hernandez JA, Bornstein SR, Ehrhart-Bornstein M, Geschwend JE, Adler G,
Scherbaum WA. Macrophages within the human adrenal gland. Cell Tissue Res 1994;278:
201-205.

31. Bornstein SR, Ehrhart-Bornstein M, Scherbaum WA. Morphological and functional studies
of the paracrine interaction between cortex and medulla in the adrenal gland. Microsc Res
Tech 1997;36:520-533.

32. Path G, Bornstein SR; Spath-Schwalbe E, Scherbaum WA. Direct effects of interleukin-6
on human adrenal cells. Endocr Res 1996;22:867-873.

33. Path G, Bornstein SR, Ehrhart-Bornstein M, Scherbaum WA. Interleukin-6 and
the interleukin-6 receptor in the human adrenal gland: expression and effects on
steroidogenesis. J Clin Endocrinol Metab 1997;82:2343-2349.

34. Jaattela M, Carpen O, Stenman U-H, Saksela E. Regulation of ACTH-induced
steroidogenesis in human fetal adrenals by rTNF-a. Mol Cell Endocrinol 1990;68:R31-
R36.

35. Wolkersdorfer GW, Lohmann T, Marx C, Schroder S, Pfeiffer R, Stahl HD, Scherbaum WA,
Chrousos GP, Bornstein SR. Lymphocytes stimulate dehydroepiandrosterone production
through direct cellular contact with adrenal zona reticularis cells: a novel mechanism of
immune-endocrine interaction. J Clin Endocrinol Metab 1999;84:4220-4227.

36. Hayashi Y, Hiyoshi T, Takemura T, Kurashima C, Hirokawa K. Focal lymphocytic
infiltration in the adrenal cortex of the elderly: immunohistological analysis of infiltrating
lymphocytes. Clin Exp Immunol 1989;77:101-105.

37. Schweigerer L, Neufeld G, Friedman J, Abraham JA, Fiddes JC, Gospodarowicz D. Basic



149

fibroblast growth factor: production and growth stimulation in cultured adrenal cortex
cells. Endocrinology 1987; 120:796-800.

38. Mesiano S, Mellon SH, Gospodarowicz D, Di Blasio AM, Jaffe RB. Basic fibroblast
growth factor is regulated by corticotropin in the human fetal adrenal: a model for adrenal
growth regulation. Proc Natl Acad Sci USA 1991;88:5428-5432.

39. Crickard K, Jaffe RB. Control of proliferation of human fetal adrenal cells in vitro. J Clin
Endocrinol Metab 1981;53:790-796.

40. Lebrethon MC, Jaillard C, Naville D, Begeot M, Saez JM. Effects of transforming growth
factor (31 on human adrenocortical fasciculata-reticularis cell differentiated functions. J
Clin Endocrinol Metab 1994;79:1033-1039.

41. Stankovic AK, Dion LD, Parker Jr CR. Effects of transforming growth factor-beta on
human fetal adrenal steroid production. Mol Cell Endocrinol 1994;99:145—151.

42. Hansson HA, Nilsson A, Isgaard J, Billig H, Isaksson O, Skottner A, Andersson IK,
Rozell B. Immunohistochemical localization of insulin-like growth factor 1 in the adult
rat. Histochemistry 1988;889:403^10.

43. Pillion DJ, Arnold P, Yang M, Stockard CR, Grizzle WE. Receptors for insulin and
insulin-like growth factor-1 in the human adrenal gland. Biochem Biophys Res Commun
1989;165:204-211.

44. Fottner C, Engelhardt D, Weber MM. Regulation of steroidogenesis by insulin-like growth
factors (IGFs) in adult human adrenocortical cells: IGF-I and, more potently, IGF-II
preferentially enhance androgen biosynthesis through interaction with the IGF-I receptor
and IGF-binding proteins. J Endocrinol 1998; 158:409^17.

45. L'Allemand D, Penhoat A, Lebrethon MC, Ardevol R, Baehr V, Oelkers W, Saez JM.
Insulin-like growth factors enhance steroidogenic enzyme and corticotropin receptor
messenger ribonucleic acid levels and corticotropin steroidogenic responsiveness in
cultured human adrenocortical cells. J Cllin Endocrinol Metab 1996;81:3892-3897.

46. Orentreich N, Brind JL, Rizer RL, Vogelman JH. Age changes and sex differences in serum
dehydroepiandrosterone sulfate concentrations throughout adulthood. J Clin Endocrinol
Metab 1984;59:551-555.

47. Parker LN. Adrenarche. Endocrinol Metab Clin North Am 1991 ;20:71-83.
48. Kroboth PD, Salek FS, Pittenger AL, Fabian TJ, Frye RF. DHEA and DHEAS: a review. J

Clin Pharmacol 1999;39:327-348.
49. Hornsby PJ. Aging of the human adrenal cortex. Ageing Res Rev 2002; 1:229-242.
50. Liu CH, Laughlin GA, Fischer UG, Yen SS. Marked attenuation of ultradian and circadian

rhythms of dehydroepiandrosterone in postmenopausal women: evidence for a reduced
17,20-desmolase enzymatic activity. J Clin Endocrinol Metab 1990;71:900-906.

51. Endoh A, Kristiansen SB, Casson PR, Buster JE and Hornsby PJ. The zona reticularis is
the site of biosynthesis of dehydroepiandrosterone and dehydroepiandrosterone sulfate in
the adult human adrenal cortex resulting from its low expression of 3 beta-hydroxysteroid
dehydrogenase. J Clin Endocrinol Metab 1996;81:3558-3565.

52. Parker CRJ, Mixon RL, Brissie RM, Grizzle WE. Aging alters zonation in the adrenal
cortex of men. J Clin Endocrinol Metab 1997;82:3898-3901.

53. Kennerson AR, McDonald DA, Adams JB. Dehydroepiandrosterone sulfotransferase
localization in human adrenal glands: a light and electron microscopic study. J Clin
Endocrinol Metab 1983;56:786-790.

54. Alesci S, Bornstein SR. Intraadrenal mechanisms of DHEA regulation: a hypothesis for
adrenopause. Exp Clin Endocrinol Diabetes 2001; 109:75-82.



150

55. French LE, Hahne M, Viard I, Radlgruber G, Zanone R, Becker K, Muller C, Tschopp J.
Fas and Fas-ligand expression in embryos and adult mice: Ligand expression in several
immuneprivileged tissues and coexpression in adult tissues characterized by apoptotic cell
turnover. J Cell Biol 1996; 133:335-343.

56. Marx C, Bornstein SR, Wolkersdorfer GW, Peter M, Sippell WG, Scherbaum WA.
Relevance of major histocompatibility complex class II expression as a hallmark for the
cellular differentiation in the human adrenal cortex. J Clin Endocrinol Metab 1997;82:
3136-3140.

57. Khoury EL, Greenspan JS, Greenspan FS. Adrenocortical cells of the zona reticularis
normally express HLA-DR antigenic determinants. Am J Pathol 1987;127:580-591.

58. Smith CA, Farrah T, Goodwin RG. The TNF receptor superfamily of cellular and viral
proteins: Activation, costimulation, and death. Cell 1994;76:959-962.

59. Itoh N, Yonehara S, Ishii A, Yonehara M, Mizushima S, Sameshima M, Hase A, Seto Y,
Nagata S. The polypeptide encoded by the cDNA for human cell surface antigen Fas can
mediate apoptosis. Cell 1991;66:233-243.

60. Suda T, Takahashi T, Golstein P, Nagata S. Molecular cloning and expression of the Fas
ligand, a novel member of the tumor necrosis factor family. Cell 1993;75:1169-1178.

61. French LE, Tschopp J. Thyroiditis and hepatitis: Fas on the road to disease. Nature Med
1997;3:387-388.

62. Truman JP, Ericson ML, Choqueux-Seebold CJ, Charron DJ, Mooney NA. Lymphocyte
programmed cell death is mediated via HLA class II DR. Int Immunol 1994;6:887-896.

63. Marx C, Wolkersdorfer GW, Bornstein SR. A new view on immune-adrenal interactions:
role for Fas and Fas ligand? Neuroimmunomodulation 1998;5:5-8.

64. Yoshino T, Cao L, Nishiuchi R, Matsuo Y, Yamadori I, Kondo E, Teramoto N, Hayashi K,
Takahashi K, Kamikawaji N, et al. Ligation of HLA class II molecules promotes sensitivity
to CD95 (Fas antigen, APO-1 )-mediated apoptosis. Eur J Immunol 1995;25:2190-2194.

65. Truman JP, Choqueux C, Tschopp J, Vedrenne J, Le Deist F, Charron D, Mooney N. HLA
class II-mediated death is induced via Fas/Fas ligand interactions in human splenic B
lymphocytes. Blood 1997;89:1996-2007.

66. Wolkersdorfer GW, Ehrhart-Bornstein M, Brauer S, Marx C, Scherbaum WA, Bornstein
SR. Differential regulation of apoptosis in the normal human adrenal gland. J Clin
Endocrinol Metab 1996;81:4129-4136.

67. Hornsby PJ, Crivello JF. The role of lipid peroxidation and biological antioxidants in the
function of the adrenal cortex. Part 2. Mol Cell Endocrinol 1983;30:123-147.

68. Chakraborty S, Nandi A, Mukhopadhyay M, Mukhopadhyay CK, Chatterjee IB. Ascorbate
protects guinea pig tissues against lipid peroxidation. Free Radical Biol Med 1994; 16:
417-426.

69. Bahr V, Mobius K, Redmann A, Oelkers W. Ascorbate and alpha-tocopherol depletion
inhibit aldosterone stimulation by sodium deficiency in the guinea pig. Endocr Res
1996;22:565-600.

70. Ito T. Histology and histogenesis of the adrenal cortex in the guinea pig. Folia Anat Jap
1951;24:269-291.

71. Staats DA, Colby HD. Regional differences in microsomal lipid peroxidation and
antioxidant levels in the guinea pig adrenal cortex. J Steroid Biochem 1987;28:637-642.

72. Young DG, Skibinski G, Mason JI, James K. The influence of age and gender on serum
dehydroepiandrosterone sulphate (DHEA-S), IL-6, IL-6 soluble receptor (IL-6-sR) and
transforming growth factor beta 1 (TGF- P1) levels in normal healthy blood donors. Clin



151

Exp Immunol 1999; 117:476^181.
73. Straub RH, Konecna L, Hrach S, Rothe G, Kreutz M, Scholmerich J, Falk W, Lang B.

Serum dehydroepiandrosterone (DHEA) and DHEA sulfate are negatively correlated with
serum interleukin-6 (IL-6), and DHEA inhibits IL-6 secretion from mononuclear cells in
man in vitro: possible link between endocrinosenescence and immunosenescence. J Clin
Endocrinol Metab 1998;83:2012-2017.

74. Hager K, Machein U, Krieger S, Platt D, Seefried G, Bauer J. Interleukin-6 and selected
plasma proteins in healthy persons of different ages. Neurobiol Aging 1994; 15:771 —772.

75. Wie J, Xu H, Davies JL, Hemmings GP. Increase of plasma IL-6 concentration with age in
healthy subjects. Life Sci 1992;51:1953-1956.

76. Manolagas SC, Jilka RL. Bone marrow, cytokines and bone remodeling. Emerging insights
into the pathophysiology of osteoporosis. N Engl J Med 1995;332:305-311.

77. Blum-Degen D, Miiller T, Kuhn W, Gerlach M, Przuntek H, Riederer P. Interleukin-1
beta and interleukin-6 are elevated in the cerebrospinal fluid of Alzheimer's and de novo
Parkinson's disease patients. Neurosci Lett 1995;202:17-20.

78. Kawano M, Hirano T, Matsuda T, Taga T, Horii Y, Iwato K, Asaol H, Tang B, Tanabe O,
Tanaka H et al. Autocrine generation and requirement of BSF-2/IL-6 for human multiple
myelomas. Nature 1988;332:83-85.

79. Daynes RA, Araneo BA, Ershler WB, Maloney C, Li G-Z, Ryu S-Y. Altered regulation
of IL-6 production with normal aging: possible linkage to the age-associated decline in
dehydroepiandrosterone and its sulfated derivative. J Immunol 1993; 150:5219-5230.

80. Spencer NF, Norton SD, Harrison LL, Li GZ, Daynes RA. Dysregulation of IL-10
production with aging: possible linkage to the age-associated decline in DHEA and its
sulfated derivative. Exp Gerontol 1996;31:393^M)8.

81. Schmidt M, Kreutz M, Loffler G, Scholmerich J, Straub RH. Conversion of
dehydroepiandrosterone to downstream steroid hormones in macrophages. J Endocrinol
2000; 164:161-169.

82. Maurer M, Trajanoski Z, Frey G, Hiroi N, Galon J, Willenberg HS, Gold PW, Chrousos
GP, Scherbaum WA, Bornstein SR. Differential gene expression profile of glucocorticoids,
testosterone, and dehydroepiandrosterone in human cells. Horm Metab Res 2001 ;33:
691-695.

83. Marx C, Ehrhart-Bornstein M, Scherbaum WA, Bornstein SR. Regulation of adrenocortical
function by cytokines-relevance for immune-endocrine interaction. Horm Metab Res
1998; 416^20.

84. Ramirez F, Fowell DJ, Puklavec M, Simmonds S, Mason D. Glucocorticoids promote a
Th2 cytokine response by CD4+ T cells in vitro. J Immunol 1996; 156:2406-2412.

85. Elenkov IJ, Papanicolaou DA, Wilder RL, Chrousos GP. Modulatory effects of
glucocorticoids and catecholamines on human interleukin-12 and interleukin-10
production: clinical implications. Proc Assoc Am Physicians 1996; 108:374-381.

86. Majewska MD. Neuronal actions of dehydroepiandrosterone. Possible roles in brain
development, aging, memory and affect. Ann N Y Acad Sci 1995;774:111-120.

87. Roberts E, Bologa L, Flood JF, Smith GE. Effects of dehydroepiandrosterone and its
sulfate on brain tissues in culture and on memory in mice. Brain Res 1987;406:357-362.

88. Compagnone NA, Mellon SH. Dehydroepiandrosterone: a potential signalling molecule
for neocortical organization during development. Proc Natl Acad Sci USA 1998;95:
4678^1683.

89. Mao X, Barger SW. Neuroprotection by dehydroepiandrosterone-sulfate: role of an NFkB-



152

like factor. NeuroReport 1998;9:759-763.
90. Barger SW, Horster D, Furukawa K, Goodman Y, Krieglstein J, Mattson MR Tumor

necrosis factors and protect neurons against amyloid B-peptide toxicity: evidence for
involvement of a B-binding factor and attenuation of peroxide and Ca2+ accumulation.
Proc Natl Acad Sci USA 1995;92:9328-9332.

91. Kimonides VG, Spillantini MG, Sofroniew MV, Fawcett JW, Herbert J.
Dehydroepiandrosterone antagonizes the neurotoxic effects of corticosterone and
translocation of stress-activated protein kinase 3 in hippocampal primary cultures.
Neuroscience 1999;89:429^136.

92. Yaffe K, Ettinger B, Pressman A, Seeley D, Whooley M, Schaefer C, Cummings S.
Neuropsychiatric function and dehydroepiandrosterone sulfate in elderly women: a
prospective study. Biol Psy 1998 ;43:694-700.

93. Ravaglia G, Forti P, Maioli F, Sacchetti L, Nativio V, Scali CR, Mariani E, Zanardi V,
Stefanini A, Macini PL. Dehydroepiandrosterone-sulfate serum levels and common age-
related diseases: results from a cross-sectional Italian study of a general elderly population.
Exp Gerontol 2002;37:701-712.

94. Nasman B, Olsson T, Backstrom T, Eriksson S, Grankvist K, Viitanen M, Bucht G. Serum
dehydroepiandrosterone sulfate in Alzheimer's disease and in multi-infarct dementia. Biol
Psychiatry 1991;30:684-690.

95. Rudman D, Shetty KR, Mattson DE. Plasma dehydroepiandrosterone sulfate in nursing
home men. J Am Geriatr Soc 1990;38:421^127.

96. Legrain S, Berr C, Frenoy N, Gourlet V, Debuire B, Baulieu EE. Dehydroepiandrosterone
sulfate in a long-term care aged population. Gerontology 1995;41:343-351.

97. Kalmijn S, Launer LJ, Stolk RP, deJong FH, Pols HAP, Hofman A, Breteler MMB,
Lamberts SWJ. A prospective study on cortisol, dehydroepiandrosterone sulfate and
cognitive function in the elderly. J Clin Endocrinol Metab 1998;83:3487-3492.



The Neuwendocrine Immune Network in Ageing \ 53
Edited by R.H. Straub and E. Mocchegiani
© 2004 Elsevier B.V. All rights reserved

Hormonal Changes in Ageing Men

EUGEN PLAS1, STEPHAN MADERSBACHER2 and PETER BERGER3

'Department of Urology and Andrology, LBIfor Urology and Andrology, Krankenhaus Lainz,
Vienna; department of Urology and Andrology, LBIfor Urological Oncology, Donauspital,
Vienna; ^Institute for Biomedical Ageing Research, Austrian Academy of Sciences, Innsbruck,
Austria

ABSTRACT

The hypothalamic-pituitary-gonadal hormone axis undergoes profound changes with ageing in
both sexes. While there is a rather abrupt cessation of sex steroid production in women with age
(menopause), alterations in men are more subtle. Recent cross-sectional and longitudinal stud-
ies have identified a number of age-related changes in men that can ultimately lead to androgen
deficiency. A number of symptoms and disorders frequently seen in elderly men (e.g. loss of
body mass, sexual dysfunction, osteoporosis, depression) have been linked to these endocrine
changes. Up to one third of men beyond the age of 60 have low serum testosterone levels. The
role of androgen supplementation for these men is controversial due to the lack of long-term,
randomised clinical trials with defined clinical endpoints. The aim of this review is to sum-
marize age-related changes of the hypothalamic-pituitary-axis in men, determine their clinical
relevance with particular reference to androgens, and discuss advantages and disadvantages of
androgen supplementation.

1. INTRODUCTION

Mean life expectancy continuously increases worldwide and is currently 78 years in Western
Europe, 76 in North America, 69 in Latin America, 65 in Asia and 49 years in Sub-Saharan
Africa. Life-style changes and technologic advances to reduce infant and maternal mortality, as
well as hygienic, medical, surgical and occupational improvements, all contribute to this increase
in mean life expectancy. It has been estimated that by the year 2050, 16% of the human popula-
tion will be older than 65 years in industrialized countries [1]. These demographic changes con-
front societies with new, emerging problems involving social, political and economical issues.

Ageing affects all organ systems, resulting in metabolic, cardiovascular, intestinal, neurologi-
cal, orthopaedic, genitourinary and endocrine changes, which can ultimately lead to a state of
multi-morbidity. Rising co-morbidities with advanced age are associated with increasing bur-
dens to the health care system, with 80% of medications being prescribed within the last 10 years
of life. This emphasizes and justifies the importance of scientific inquiry in the ageing popula-
tion to establish, improve or develop healthy ageing.
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2. GENDER RELATED DIFFERENCES OF THE ENDOCRINE SYSTEM DURING
AGEING

Menopause in women is characterized by a cessation of ovarian cyclic function endocrinologi-
cally resulting in a sharp decrease of estradiol serum levels below 20pg/ml and, through feed-
back mechanisms, a compensatory rise of follicle stimulating hormone (FSH >35IU/1) and lutei-
nizing hormone (LH >10IU/l) [2], Usually, menopause occurs around the end of the 5th decade
of life. Postmenopausal women lack menstrual cyclicity, that can be accompanied by urinary
urgency, vaginal dryness, hot flushes, depression, anxiety, irritability and skin alterations.

In men, age-related endocrine changes generally occur later in life than in women, and these
changes are more subtle, since there usually is no complete cessation of testicular function in
healthy ageing men like that of the ovaries in women. Therefore the term "andropause", defined
as "indefinite syndrome composed of several constellations of physical, sexual, and emotional
symptoms brought about by a complex interaction of hormonal, psychological, situational and
physical factors" [3] is a misconception and not truly analogous to female menopause [4]. Usu-
ally, there is no endocrine discontinuity in male reproductive function, since persistent testicular
function enables elderly men to reproduce even above 65 years [5]. Despite the gradual decline
of testicular function with age, only about one third of men will become hypogonadal as defined
by low serum testosterone levels, which may lead to the development of clinical signs and symp-
toms.

3. HYPOGONADISM IN ELDERLY MEN

Werner published the first report of clinical symptoms related to hypoandrogenism in 1939 [6].
He proposed the term "male climacteric" for a syndrome comprising nervousness, irritability,
psychological depression, impaired memory, fatigue, insomnia, hot flushes, periodic sweating
and loss of sexual vigour. Later, the terms "andropause" or "male climateric" were popularised
and, more recently, the terms "PADAM" (partial androgen deficiency of the ageing male) and
then "ADAM" (androgen deficiency of the ageing male) were created to describe all androgenic
changes during the male ageing process.

The International Society for The Ageing Male defines hypogonadism as a biochemical syn-
drome associated with age and a deficiency in serum androgens that may result in alterations
affecting quality of life and adversely affect function of multiple organ systems [7]. Currently,
there is consensus that serum-testosterone (T) levels of less than 320ng/dl or 12nmol/l are
defined as hypogonadism that may require treatment. The prevalence of men with serum testo-
sterone levels in the hypogonadal range increases linearly with age [8]. While only 7% of men
less than 60 years fall into this category, this percentage increases to 25% in those aged 60—80
years and to further 30^1-0% of men above 80 years but this does not mean that these men neces-
sarily develop other symptoms of hypogonadism.

There is no consensus about the endocrine causative mechanisms of the rather modest age-
associated decline in T the origin of which may be at all three regulatory and organ levels of
the hypothalamo-pituitary-testicular axis [4]. Decreased numbers of Leydig cells, impaired
testicular perfusion and a blunted release of T upon stimulation by chorionic gonadotropin point
at a partial primary testicular failure (primary hypogonadism). Elevated LH serum levels are
common in elderly men, but these levels in response to the age-related decline of T levels of
primary cause are lower than those observed in androgen-deficient younger men. Hypothalamic
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Figure 1. Hypogonadism of the ageing male.

In contrast to young male adults where often clearly defined disorders such as anorchia, Klinefelter syndrome and pitui-

tary deficiency are the cause of primary (testicular) or secondary (hypothalamic, pituitary) hypogonadism, in elderly

men age-related gradual regulatory changes of the HPG axis result in a mixture of partial dysfunctions at all organ levels

(hypothalamus, pituitary, testis). Primary testicular failure leading to partial hypergonadotropic hypogonadism with

increasing levels of follicle stimulating hormone (FSH and luteinizing hormone (LH) (left side), is intermingled with

central defects of the hypothalamic-pituitary unit usually causing only mild secondary gonadal failure or hypogonado-

tropic hypogonadism (right side). Age-associated changes at the testicular level are reductions in the numbers of Leydig

(LC) and Sertoli cells (SC), thickening and hernia-like protrusions of the basal membrane of the seminiferi tubules,

development of vacuolization and accumulation of lipofuscin within the Leydig cells and a decrease in the T production

capacity upon stimulation with chorionic gonadotropin (CG); Additionally, SHBG levels in serum are upregulated with

age: The sum of all these changes is meant to result in diminished levels of bioavailable T. This in turn should lead to

full compensatory upregulation of the hypothalamic-pituitary unit but concomitant age-related changes, i.e. failure of

the hypothalamus to generate appropriate amplitudes of the pulsatile secretion bursts of gonadotropin-releasing hormone

(GnRH), higher sensitivity to the suppressive effects of T, and smaller amounts of GnRH released at each pulse, seem to

be responsible for age-associated blunted pituitary response of FSH and LH and consequently inadequate T production

and availability. Moreover, despite declining opioidergic suppression of GnRH secretion, old men fail to adequately

restore GnRH and LH synchronous pulsatility and amplitudes to compensate for mostly mild primary hypoganadism

reflected by too low T serum levels (reviewed in [21] and [22]),

Dashed arrows ... regulatory mechanisms; solid arrows ... changes in organic functions and of hormone levels with

age
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impairment of stimulating LH, and subsequently androgen secretion is inferred from the loss of
circadian rhythm of LH and T levels. Moreover, the nycthemeral variations in plasma T levels
are significantly decreased in elderly men. The reduced number of spontaneous high amplitude
LH pulses in elderly men does not seem to be a consequence of decreased sensitivity of the
gonadotrophs to gonadotropin releasing hormone (GnRH), but of the release of smaller amounts
of GnRH at each pulse. These findings speaks in favour of additional functional changes in the
hypothalamic-pituitary unit (secondary hypogonadism). Above the age of 80, elevated LH levels
may also be explained by the loss of the increased opioid tone of middle aged men [for review
see 4,21,22] (Figure 1).

4. LONGITUDINAL ENDOCRINE CHANGES IN AGEING MEN

Although age-related endocrine changes have been repeatedly analysed in cross-sectional data
[9], there are only few longitudinal studies available [10-12]. Recently, Feldman et al. reported
a follow-up of the Massachusetts Male Ageing Study [13]. In this community-based trial 1.709
men aged 40-71 years were initially investigated in 1991. Most of these men were reinvestigated
7-10 years later (n=1.156) and the data analysed cross-sectionally at baseline and follow-up, as
well as longitudinally. It was observed that total testosterone (T: -1.6%/year), bioavailable testo-
sterone (BAT: -2.8%/year) and albumin-bound testosterone 2.5%/year) longitudinally declined
significantly with age. These longitudinal changes are slightly higher than those of the cross-
sectional data at follow-up (0.8%/year, 1.7%/year, 2.0%). Dehydroepiandrosterone (DHEA) and
dehydroepiandrosterone sulphate (DHEA-S) longitudinally declined in parallel by 1.4% and
5.2% annually, whereas dihydrotestosterone (DHT), follicle stimulating hormone (FSH) and
luteotropic hormone (LH) increased by 3.5%, 3.1%, and 0.9%, respectively (Figure 2). These
results are consistent with Harmann et al. who investigated longitudinal changes of T and the
free testosterone index (FTI) in healthy men aged 22-91 years. They reported an average decline
of T by 0.124 nmol/L/year and FTI by 0.0049/year [ 10]

5. DECLINE IN PULSATILE HORMONE SECRETION WITH AGE

In addition to changes in absolute hormone and hormone metabolite serum levels, the ageing
hypothalamic-pituitary-gonadal axis is also characterised by a decline in diurnal pulsatile secre-
tion. LH and FSH synthesis and secretion are differentially regulated by the frequency of GnRH
pulses. A low frequency of GnRH stimulation preferentially increases FSH, whereas LH is
maximally stimulated at higher GnRH pulse frequencies [14,15]. Basal LH pulse frequency in
ageing men is comparable to young men, but frequency of LH pulses with amplitudes greater
than 2IU/L decreases. Mean LH pulse amplitude, maximal LH pulse amplitude and pulse areas
decline with ageing resulting in a loss of circadian changes of T serum concentration [16,17]. In
young men, LH and T peak between 5.00-8.00 am and decline in the late afternoon and early
evening (5.00-7.00pm) [18].
To address the issue of the necessity of multiple serum sampling due to diurnal hormone
variations, we recently investigated 101 healthy men with a median age of 56 years [19]. Three
morning serum samples were obtained within 90 minutes, separately analysed and compared to
results of three pooled samples. If serum T was greater than 400 ng/dl, single analysis varied by
a maximum of ±20% from pooled data, supporting the conclusion that due to the lack of pulsa-
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Figure 2. Annual endocrine changes of ageing men in cross sectional and longitudinal studies from the same cohort

[9,13].

tility in elderly men, a single blood sample analysis seems to be sufficient. Men with a serum T
of less than 400ng/dl, however, require repeated investigations for exclusion of hypogonadism
[19].

6. IMPACT OF HEALTH STATUS ON SERUM ANDROGEN LEVELS

In sharp contrast to the situation in young men, where hypoandrogenism is usually caused by
clear pathomechanisms (e.g. Klinefelter syndrome, pituitary deficieny, anorchia etc.), ADAM
is a multifactorial disorder. Factors like psychological stress, acute or chronic illness, physi-
cal activity, obesity, malnutrition, drug abuse or medication have a significant influence on
the hypothalamic-pituitary-gonadal axis. Therefore, it is difficult to determine whether these
age-related endocrine changes are caused by the ageing process per se, or are a consequence of
underlying disorders [13,20]. A poor health status must, therefore, be considered a major risk
factor for developing hypogonadism.
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7. ANDROGEN SUPPLEMENTATION IN AGEING MALES

7.1. General considerations

First, it must be emphasised that data from large, prospective, randomised trials on androgen sup-
plementation in ageing men are rare [21]. A second limitation is the definition of clinical study
endpoints. Considering the fact that ageing is associated with a tremendous increase in health
care costs, primary endpoints should be improvements of well being, quality of life and healthy
ageing, parameters that are not easy to assess. Prolongation of life by modulation of the ageing
process per se is an unrealistic endpoint. To date, only a few trials have studied the improvement
of quality of life. Clinicians should, therefore, be encouraged to not only study changes of sero-
logical parameters, but also improvements in quality of life and general well being.

A number of symptoms and syndromes accompanying the ageing process of men, such as
loss of muscle mass and muscle strength, changes in body composition, osteopenia, reduction
of bone density, sexual dysfunction, regression of secondary sexual characteristics, decreased
haematopoiesis, lethargy, decreased cognitive function and decreased general well-being, are
also observed in androgen-deficient young men. This led to speculations that lower androgen
levels may be responsible for some of these changes in ageing men, and that androgen replace-
ment therapy may prevent, retard or even reverse some of these age-related clinical features.
But, since most of the clinical features accompanying the ageing process are non-specific and
of multifactorial origin there are no significant correlations to androgen levels. Nevertheless, it
has been assumed that androgen deficiency or insensitivity is involved, providing a rationale for
androgen supplementation in elderly men [for review see 21].

7.2. Indications for androgen supplementation

Common indications for androgen supplementation for ADAM are decreased musculosceletal
mass, increased adipose tissue, loss of libido and reduced hematocrit, as these symptoms par-
tially can be reversed by androgen replacement in adult men with frank hypogonadism due to
known causes [22,23]. Preliminary results after T replacement in elderly hypogonadal (BAT
<70 ng/dl) men (69-89 years) have shown beneficial effects on libido, density lipoprotein levels
and a significant increase in bone density and lean body mass [24,25]. In a double blind study in
which 108 men over 65 years old were randomized to wear either a T patch or a placebo patch
for 36 months, fat mass decreased and lean mass increased significantly in the T-treated group.
Muscle strength of knee extension and flexion was, however, not significantly different in the
two groups [26]. Although testosterone-treated men reported improved fitness and general well
being [27], the long term outcome remains unclear.

There are only a few studies investigating the effect of hypogonadism on age-associated
physical and cognitive function. In a placebo controlled trial, 15 hypogonadal men (T <60 ng/
dL) with a mean age of 68 received placebo, and 17 hypogonadal men (mean age 65) received
biweekly 200 mg T-cyprionate for 12 months [28]. The primary outcome was improved strength,
increased haemoglobin, and lower leptin levels in treated individuals as compared to placebo
but no significant difference in cognitive function was found. Seventeen percent of the patients
receiving T had to be withdrawn due to abnormally elevated hematocrits.

Although supraphysiological doses of T, especially when combined with strength training,
increased fat-free mass, muscle size and strength in men aged 19-40 years [29], the long term
substitution of supraphysiologic doses of T in frail elderly men cannot be recommended yet.
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7.3. Depression and androgen supplementation

One of the major psychiatric problems of ageing is depression, which has been repeatedly linked
to serum androgen levels. Recently, Perry et al. studied the effect of T-cyprionate on 16 elderly
eugonadal males with major depressive disorder who received either 100 mg/week or 200 mg/
week for 6 weeks [30]. There was a 42% decrease in depression scores irrespective of androgen
dosage. This positive short-term effect emphasizes the importance of long-term trials.

7.4. Body composition and androgen supplementation

Several studies have determined the impact of androgen supplementation on body composi-
tion, BMI and lean body mass. As mentioned above Snyder and co-workers investigated 108
men (age > 65 years) in a double blind study for 36 months. Following T-treatment, lean body
mass increased significantly and fat mass decreased [26]. Similar data were reported by Rolf
et al. in 61 hypogonadal men (age 20-67 years) [31], who used 24 untreated hypogonadal men
aged 19-65 years and 60 healthy eugonadal men (age 24-78 years) as controls. In eugonadal
and untreated hypogonadal men, BMI and total fat mass increased consistently with advancing
age. Hypogonadal males receiving T supplementation revealed neither an age-dependent change
in BMI nor an increase in body fat content. It was concluded that ageing men benefit from T
therapy with respect to body composition.

7.5. Bone metabolism and androgen supplementation

Although elderly men are less frequently affected by osteoporosis than post-menopausal
women, it is still found in approx. 10% of men >65 years. Whether the physiological reduction
of gonadal function in ageing men [32,33] leads to the age-related bone loss is still a matter of
debate [34,37]. Concomitant with the rising incidence of osteoporosis in ageing men, the risk of
osteoporotic fractures increases as well [38]. A positive correlation between the bone mineral
content and plasma T, androstendione and estrone were reported in 30 men aged 60-90 years
[33]. Androgen substitution was shown to improve bone mineralization and bone density in
hypogonadal adult men [25]. Further, long term T-substitution normalized and maintained bone
mineral density in this cohort [39]. It was shown by Snyder and co-workers that increasing the
serum T concentrations in men over 65 years of age did not generally increase lumbar spine bone
density, but increased it in those men with low pretreatment serum concentrations [40]. Never-
theless, it has to be kept in mind that only a few percent of osteoporotic men are hypogonadal.

The development of osteoporosis may be related to secondary estrogen deficiency rather
than a primary testosterone deficiency [34]. In postmenopausal women, estrogen stimulates
calcitonin secretion and increases calcium resorption [41]. Whether these mechanisms are also
present in men remains unclear. Testosterone might also act indirectly, as human bone contains
the enzyme 5a-reductase, converting testosterone into dihydrotestosterone [42].

7.6. Side effects of androgen supplementation

Most of the concerns regarding long-term androgen supplementation centre on the prostate.
Despite the importance of androgens for prostatic growth and the fact that benign prostatic
hyperplasia (BPH) and prostate cancer require T during puberty, there is presently no evidence
that androgen supplementation in hyopogonadal men will lead to BPH or induce prostate cancer
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[43]. Only moderate increases in prostate size and prostate specific antigen (PSA) levels were
noticed following androgen supplementation [26,44,45]. However, there is a recent case reports
on the development of prostate cancer during androgen supplementation [46].

An elevated PSA serum level should be considered a contraindication for T supplementation.
If under androgen-supplementation PSA rose more than 0.8 ng/ml/year ("PSA-velocity") and if
the absolute PSA level exceeded 4 mg/ml, therapy should be stopped and prostate biopsy per-
formed. Further possible risks of androgen supplementation in elderly men are the development
of acne, arise of hematocrit, worsening of lower urinary tract symptoms, a decline in HDL, sleep
apnea and psychosocial issues.

8. SENIEUR PROTOCOL - AN OPTIMISED STUDY POPULATION TO INVESTI-
GATE MALE AGEING

Reliable studies on age-related endocrine changes must fulfil two criteria: (i) a reproducible and
reliable assay system, and (ii) a well characterized, healthy study population. To achieve this
goal, the Human Immunology Group of European Community's Concerted Action Programme
on Ageing (EURAGE) designed admission criteria for gerontological studies, summarized
under the "SENIEUR protocol" [47]. The primary aim of this protocol was to define "healthy
aged subjects" for immuno-gerontological studies. To reduce the risk of biased results due to
a poorly defined study population, the SENIEUR protocol excludes any endogenous and exog-
enous influences on the immune and endocrine system to provide a standardized study popula-
tion suitable for gerontological studies. Healthy aged people taking any medication known to
adversely affect immune and endocrine systems (e.g. anti-inflammatory drugs, hormones, and
analgetics) are excluded from the SENIEUR-pmtocol.

The impact of ageing on individuals selected according to the SENIEUR protocol with
respect to endocrine changes [48], immune variables, lipid profiles, lipoproteins and neopterin
has been intensively studied. To investigate the impact of health status on androgen levels in
men, we quantified total T, BAT and SHBG in 526 men (aged 20-89 years) participating in a
health screening project and compared the respective values to 35 men selected according to the
SENIEUR protocol. This study has shown that the lowest annual declines in androgen level were
observed in the SENIEUR-group (T -0.2%; BAT: -0.4%), emphasizing the importance of the
health status for endocrine changes. BMI and levels of cholesterol, triglycerides, and glucose
correlated negatively (p <0.01) with T and BAT. Based on SENIEUR-data, the proposed lower
T reference value declined gradually from 3.1 ng/mL (20-29 years) to 1.7 ng/mL (>70 years)
[49].

9. CONCLUSIONS

Longitudinal changes of the endocrine system are now well established in both genders. How-
ever, it remains to be definitively determined that preventive endocrine treatment is beneficial for
ageing men. There are data available supporting the beneficial role of androgen supplementation
in hypogonadal men, but this group is a minority of the ageing population. In eugonadal ageing
men, there are only a few, controversial reports available, and androgen supplementation as a
"life style drug" is premature. Investigations on endocrine changes or outcome of endocrine
treatment require strict inclusion criteria, reproducible assay systems, randomised trials and
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clear definitions of primary clinical endpoints, that not only focus on short term, but the long-
term outcome.
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ABSTRACT

The neuroendocrine systems shows in its central and peripheral components a time structure
consisting of rhythms of multiple frequencies ranging from minutes (e.g. pulsatile secretions)
and hours (ultradian rhythms) to the prominent about 24-hour (circadian) rhythms, and to lower
(infradian) frequencies including seasonal variations or circannual rhythms. Optimal function
of the human organism depends critically on the maintenance of these rhythms and their time
relations among each other, and in some frequencies upon maintenance of environmental syn-
chronization.

The adrenal cortex shows with ageing a subtle increase in cortisol and more marked decrease
in adrenal androgen production. The circadian amplitudes of some adrenal steroids decrease
with ageing. The increase in cortisol with ageing was found to be correlated with cardiovascular
pathology in the elderly.

Age is the most important factor affecting circulating melatonin concentrations with signifi-
cant decline in the elderly. This may lead to a loss in circadian time information and in antioxi-
dant functions.

Ageing changes in the hypothalamic-pituitary-thyroid axis show ethnic-geographic differ-
ences which in part may be due to environmental conditions (e.g. iodine supply).

In prolactin secretion, circadian rhythmicity continues in the elderly. Catecholamine circa-
dian rhythms centrally as well as peripherally also persist into old age, however, with changes in
circadian mean and circadian amplitude.

In general, in healthy subjects rhythmicity is maintained until very old age. However, some
characteristic changes like, e.g., a decrease in the circadian amplitude of numerous variables,
occur also in the clinically healthy elderly. With disease states developing with advancing age,
circadian as well as rhythms in other frequencies may be markedly disturbed and the altered time
structure may contribute to ill health and senility.

1. INTRODUCTION

Living matter displays an organization in space, its molecular and anatomic structure, and
an organization in time or time structure. The human time structure consists of a spectrum of
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rhythms of different periods, ranging from milliseconds to years, which are superimposed upon
one another and upon the time-dependent changes that accompany growth, development and
ageing (for review see [1-2]). In the neuroendocrine system, rhythmicity is required for optimal
function and rhythm disturbances or loss of rhythmicity in some frequencies may lead to mal-
function and disease.

Many biological rhythms are genetically fixed with specific genes and gene products now
identified in several mammalian species. The prominent circadian (about 24-hour) rhythms,
which are ubiquitous in human cells, tissues and organs, are maintained by a multiple gene
mechanism consisting of interacting positive and negative transcription/translation feedback
loops. These rhythms are directed by a central master clock located in the paired suprachias-
matic nuclei in the hypothalamus which is kept entrained with the solar day-night cycle (or
artificial lighting regimen) through non-vision-related ganglion cells in the retina, which serve as
slow-acting photoreceptors. Circadian peripheral oscillators, which possess a molecular compo-
sition like that of the master clock are found in many peripheral tissues and typically cycle with
a 6 to 8 hour delay with references to the central pacemaker (for review see [3]). The genetic
mechanisms interact with endocrine factors, like cortisol in the maintenance of rhythmicity in
some peripheral oscillators [4].

In some animal models, ageing was found to lead to a loss in rhythmicity at the level of
the central oscillator [5]. In others, ageing seemed to affect the rhythms in some peripheral
oscillators, but not in all tissues and seemed to act primarily on interaction among central and
peripheral circadian oscillators with loss of circadian synchronization between them [6]. Further
identification of oscillator genes in the circadian and other frequency ranges may open the way
for environmental (light) and pharmacologic manipulation of rhythm disturbances encountered
in the aged.

In the study of the neuroendocrinology of ageing in human populations, it has to be realized
that the neuroendocrine system in our classic concept is only part of the complex regulatory web
which including the central and peripheral nervous system, the immune system, the endocrine
glands and peripheral endocrine tissues like adipose and gastro-intestinal tissues. Any separate
discussion of parts of this system is by necessity artificial and has to be understood against the
background of other presentations in this issue.

2. ADRENAL HORMONES CIRCADIAN RHYTHM

The increasing number of subjects reaching the age of 65 and older thanks to medical progress
and improvement of life conditions has raised a growing interest in the study of the ageing
process and age-related changes in biologic rhythms [7]. Adrenal function and ageing has been
the subject of special care in recent years. Throughout life, the adrenal cortex exhibits dramatic
steroidogenic changes, among which a subtle increase in cortisol with age. These steroidogenic
changes are considered to worsen some age-related diseases, although their exact biological
significance is not completely understood [7-12].

The circadian profile of plasma cortisol is conserved in the elderly but with higher plasma
levels at night during the trough time (nadir) which results in an elevated cortisol 24-hour mean
level and a reduction in the rhythm amplitude [13-15]. These higher plasma cortisol levels at
night may play a role in cognitive and metabolic disturbances found in the elderly. Besides, an
increase of the active free fraction of plasma cortisol was reported in elderly subjects, probably
in relation to a decrease in the concentration of binding proteins and/or to a decrease in bind-
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ing capacity of these proteins [13,16]. A dramatic reduction of circadian amplitude was also
observed on 18-hydroxy-11 -deoxycorticosterone (18-0HD0C), an ACTH-dependent steroid
[13,16]. Both ACTH and cortisol circadian rhythms are independent of the sleep-wake cycle
although small modulatory effects of this cycle have been shown. Cortisol circadian rhythm is
a robust rhythm, which does not respond rapidly to minor and transient environmental changes
(as in e.g. jet lag) as they are part of our daily life, which makes it a good candidate as a rhythm
marker.

A trend for a phase advance in plasma cortisol and plasma 18-hydroxy-11-deoxycorticos-
terone was reported in the elderly [13,17] but was not found in all seasons [16]. A similar
phenomenon was described by Haus et al. [18] for plasma DHEA-S. Both plasma DHEA and
DHEA-S are decreased in elderly men and women, and have lost their ability to be stimulated
by adrenocorticotropic hormone [19], most probably in relation with an enzymatic alteration
in the biosynthetic pathway. In contrast, the response of cortisol production to stimulation by
adrenocorticotropic hormone and the adrenocorticotropic hormone response to the infusion of
corticotropin releasing factor appear to be unimpaired in the aged [review in 20].

Recent data on melatonin [21] and cortisol [22] lead to consider a possible outcome of geo-
graphic and ethnic origins and/or eating habits on hormone blood patterns. Therefore, we meas-
ured morning (08:00) serum cortisol levels in Chinese people from 31 to 110 years old, stratified
by 10-year age groups to explore the influences of age and gender. Because of the high incidence
of cardiovascular diseases, especially high blood pressure and ischemic heart disease, in ageing
we also documented this aspect in relation with serum cortisol concentrations [23].

We showed the positive effects of ageing and cardiovascular diseases on morning (08:00)
serum cortisol levels. In comparison with the young controls (< 60s), serum cortisol levels were
increased significantly in the elders (60s, 70s, and >80s); after 60 years of age, morning serum
cortisol levels increased significantly with ageing and the increase was even more significant
in pathological conditions as we found that the whole patient group had higher serum cortisol
levels than the whole healthy elders. While a positive correlation has been reported in a longitu-
dinal study between systolic blood pressure and the ageing-cortisol slope [24] which is consist-
ent with the glucocorticoids-induced hypertension observed in Cushing's syndrome patients, in
the elderly subjects of the present study higher serum cortisol levels seemed more related with
ischemic heart disease than with high blood pressure. In the 70s group, no significant difference
was found between the healthy and patient groups, possibly because approximately one third
of the patients of this age group had High Blood Pressure (HBP) alone versus only one fifth
in the 60s age group [23]. This divergence may be due to differences in geographic and ethnic
origins and/or eating habits as reported for cortisol [22] and other biological parameters [25-28].
Changes in steroidogenesis implicated in ageing and many age-related diseases were reported
also in the literature [10-12,29,30] however, the clinical implications of increase in serum corti-
sol in ageing and diseases conditions were not completely understood and need further study.

We also compared the circadian rhythms of serum cortisol and DHEAS in four different age-
groups of healthy Chinese men (in their 30s, 40s, 50s and 60s) [22]. The circadian rhythmic
pattern of serum cortisol and its serum concentrations were similar to those reported in the
literature for Caucasian subjects (a peak concentration of about 320 nmol/L and a trough con-
centration around 83 nmol/L [16,31,32]. The two populations differed, nonetheless: the peak
serum concentrations in Chinese men (31-63 years old) were observed between 04:00 and 06:00
hrs and the minimum concentrations around 18:00-24:00 hrs, while in both young and elderly
Caucasian subjects [7,16,31,32], peak plasma cortisol concentrations occur around 06:00-08:00
hrs and the minimum concentration around 23:00-02:00.hrs. Our results thus indicate that both
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the peak and the trough of serum cortisol levels in Chinese men occur approximately 2 hours
earlier than in Caucasians [22]. This difference may well be a consequence of the regular social
routine in China, where it is customary to get up and go to sleep early (06:00 ± 01:00 and 22:00
± 01:00, respectively) which strongly suggest that social activity and living habits play a major
role in the synchronization of circadian rhythms in humans [22]. Nevertheless, differences in
geographic and ethnic origins and/or eating habits may also be responsible for the observed dif-
ferences in serum cortisol peak and trough times between healthy Chinese and Caucasian men.
Indeed variations according to ethnic origin and/or eating habits have been reported for some
biologic parameters [25-28].

The circadian profiles of serum DHEAS were similar in all four age-groups and the circadian
rhythmicity of serum DHEAS was validated in all. These results are consistent with the literature
[review in 7,8]. In this study, although circadian rhythmicity and serum cortisol levels remained
relatively constant in the elderly, serum DHEAS levels decreased significantly among men in
their 60s. The amplitudes of the circadian variation of serum DHEAS were very small (10%,
range 9-14%), and levels were higher during the day (small peak around 16:00 hrs); these results
are similar to that reported by Ferrari et al. [30]. Our results also showed that serum DHEAS
levels fell markedly in ageing Chinese men. The group aged 30-39, had the highest 24-h mean
serum DHEAS concentrations, and those in their 60s had the lowest - approximately 50% lower
than for those in their 30s. Serum DHEAS fell approximately 20% for those in their 40s and 50s,
compared with the youngest group. These data are similar to those reported for Caucasians [33].
In view of the great inter-individual variability of serum DHEAS, which may be considered a
highly specific individual marker [34,35], the uneven decrease of serum DHEAS in our different
age-groups may result from the individual differences among these age-groups.

Ageing appears to affect cortisol and DHEAS secretions differently: we found that cortisol
secretion was generally constant across the age-groups or increased slightly with age. We have
previously shown in Caucasian men in their 80s the conservation of the circadian profile of
plasma cortisol, but higher plasma concentration of this hormone during the trough time (nadir)
which results in an elevated cortisol 24-h mean levels [16]. Adrenal production of DHEA and
DHEAS showed a clear-cut age-related decline. The circadian variation of molar ratio of cortisol
/ DHEAS was thus significantly higher in elderly than young subjects [30]. We evaluated this
specific circadian variation in age-groups of men in their 30s, 40s, 50s and 60s. This circadian
pattern was similar in all these age-groups, with a peak at early morning (04:00-06:00 hrs) and a
trough between 18:00-24:00 hrs. This pattern is similar to the circadian variations of serum cor-
tisol. The circadian pattern of the molar ratio of cortisol / DHEAS thus results mainly from cir-
cadian variations of the serum cortisol rhythm, since those for serum DHEAS had a very small
amplitude. The level of the cortisol / DHEAS molar ratio, however, was significantly higher in
the group in their 60s compared with the younger age-groups, obviously because of their signifi-
cantly lower serum DHEAS levels. Thus, the circadian pattern of the ratio primarily represents
the cortisol rhythm, whereas its level represents the change in serum DHEAS levels with age.

3. MELATONIN CIRCADIAN RHYTHM

Melatonin (N-acetyl-5-methoxytryptamine) is the main hormone secreted by the pineal gland
with a high amplitude circadian rhythm. Its circadian rhythmicity is comparable in humans and
in experimental animals (either diurnal or nocturnal ones) with daily dark span plasma con-
centrations three to ten times higher than during the light span. Melatonin interacts with other
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circadian periodic variables and thus indirectly controls or exerts influence upon a wide variety
of physiologic functions such as the sleep-wake cycle, thermal regulation, feeding and sexual
behavior, and certain cardiovascular functions, and through its interaction with serotonin, it
participates in the regulation of the secretion of ACTH, corticosteroids, 6-endorphin, prolactin,
renin, vasopressin, oxytocin, growth hormone, and LH [36,37].

Various reports have shown that secretion of plasma melatonin and urinary 6-sulfatoxyme-
latonin decline with age in humans [38-42]. More recent data, however, do not support the
hypothesis that reduced melatonin levels are a general characteristic of healthy ageing [43,44].
To further assess this hypothesis, we measured serum melatonin concentrations at 02:00 hhrs
and 08:00 hrs in a cross-sectional study among 144 subjects aged from 30 to 110 yr [21]. Since
we have formerly found higher levels of plasma melatonin in Caucasian elderly women [45],
we also explored such a difference in Chinese elderly women. Indeed, differences in melatonin
[46,47] and other biological parameters [25-28] have been reported according to ethnic origin
and/or eating habits. To determine the age at which the circadian rhythm of serum melatonin
concentration changes, we also examined the characteristics of this rhythm in four age-groups
- persons in their 30s, 40s, 50s and 60s (cross-sectional study). This issue is important because
melatonin is an antioxidant and a free radical scavenger that may be involved in the ageing
process and age-related diseases [48-50] and because oxidative damage (from free radicals) is
involved in the pathogenesis of various diseases, especially ischemic coronary heart disease.
Therefore, we also looked to see if such diseases in elderly subjects might be related to their
serum melatonin concentrations.

Our studies confirmed the variation of melatonin levels in all these adult age groups, with
night peaks and daytime lows. The 02:00 hr melatonin levels differed significantly according
to age and sex, although this consideration might be restricted to women aged 60 years and
over [21]. Regardless of age, nighttime serum melatonin levels were higher in women (post
menopausal) than in men: this confirms our earlier finding of sex-related differences in blood
melatonin concentration [45]. Serum melatonin concentrations at 02:00 hrs differed very sig-
nificantly by age, between those under 60, and those 70 or older (P < 0.001). The nighttime
melatonin levels did not decrease further in the oldest group, compared with those in their 70s.
To better define the age threshold at which serum melatonin begins to decline we studied serum
melatonin levels throughout the day and found that they peaked during the night and were very
low during the day. Those in their 60s had a circadian melatonin pattern similar to that among the
younger subjects. Although the younger age-groups could not be distinguished by their night-
time melatonin concentrations, the level was significantly lower for those in their 60s than for
the younger subjects.

Our results confirm that age was the most important factor affecting nighttime melatonin
levels. A decline was observed in the group of patients in their 60s. There was also a signifi-
cant difference between those in their 60s and those 70s and older. Levels were similar among
those in their 70s and those over 80. This may mean that the nighttime melatonin level begins
to decline in the early 60s, bottoms out in the 70s, and then remains at that level with no further
decline. Our study thus agrees with those by Nair et al. [41] and Sack et al. [42] and conflicts
with some other findings. Zeitzer et al. [43] found no negative relation between age and the
amplitude of serum melatonin rhythm in subjects following a "constant routine" (except for a
small group of elderly subjects), and Kennaway et al. [44] found that the decrease in urinary
6-sulfatoxymelatonin was not significant after the age of 30. The discrepancy with the report of
Zeitzer et al. [43] may be due mainly to the study conditions. Constant routine conditions (sub-
jects remaining awake for at least 30 hours in semi-recumbent position under constant dim ambi-
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ent illumination of 15 lux and receiving hourly equicaloric snacks and fluids) may possibly be
suitable to describe the endogenous circadian rhythm of melatonin.Although a group of elderly
subjects did have significantly lower amplitudes even with these conditions. These observations
are far enough removed from the usual living conditions, especially among the elderly, to bias
any assessment of the clinical usefulness of melatonin in the aged. The finding by Kennaway et
al. [44] that urinary 6-sulfatoxymelatonin decrease was no longer significant after the age of 30
did involve normal living conditions. The difference between those results and ours may be due
to differences in geographic and ethnic origins and/or eating habits as has been established for
melatonin [46,47] and to other biological variables [25-28].

Melatonin has recently been shown to be an antioxidant and a free radical scavenger that may
be involved in the ageing process and with age-related diseases [48-50]. Although oxidative
damage (from free radicals) is involved in the pathogenesis of various diseases, especially the
ischemic coronary heart disease, in this cross-sectional study we found no significant relation
between serum melatonin levels and these diseases. This may be a consequence of the treatment
the subjects received: either the effect of the treatment was to lower melatonin levels greater
than in controls and thus these possible greater levels had no role in preventing the disease or the
effect of the treatment was to increase melatonin concentrations to levels similar to those in con-
trol subjects which has not yet been reported. To our knowledge the only report dealing with an
attempt to stimulate melatonin secretion in man with beta-adrenoreceptor agonists [51] did not
yield a positive result. Further studies are needed to answer the question of whether physiologi-
cal concentrations (ten to sixty pg/ml) of melatonin might influence free radicals sufficiently to
protect the cardiovascular system.

4. HYPOTHALAMIC-PITUITARY-THYROID (HPT) AXIS

4.1. Clinical considerations

The hypothalamic-pituitary-thyroid (HPT) axis is part of a complex web of neuroendocrine
functions. It shows an intricate time structure with rhythmic variations of multiple frequencies
found at all levels of the system from hypothalamic neurons to the cells of the peripheral target
tissues. The frequencies observed range from rapid neuronal discharges to pulsatile secretions
and ultradian rhythms to circadian and circannual rhythms. The time-dependent rhythmic (and
non-rhythmic) variations of the HPT system interact with, and are modulated by similar time-
dependent variations of other neuroendocrine, metabolic and immune functions. The rhythmic
variations are superimposed upon trends like child development and ageing. A description of
the chronobiology of the ageing changes in the HPT axis is quite complex, with some apparent
differences between observations obtained in different laboratories at different geographic loca-
tions.

During the process of ageing, alterations of the hypothalamic-pituitary-thyroid axis have to be
considered which are not directly age related, but caused by thyroidal or non-thyroidal illness,
the incidence of which increases with age [52]. Overt or occult thyroid disease in the elderly
interacts with the physiologic changes due to the ageing process. Ethnic-geographic differences
also have to be taken into account, including climate, daylight exposure, and diet. Sleep depri-
vation and sleep fragmentation as seen frequently in the aged lead to a marked decrease in the
mean 24-hour TSH secretion [53-56]. In iodine deficiency regions, the prevalence of goiter is
estimated at between 30 and 50 percent increasing in frequency with advancing age [57-62].
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Prolonged iodine deficiency leads to nodular goiter, often with alteration in thyroid function.
Prevalence of primary hypothyroidism in elderly populations determined by elevated TSH

concentration ranges in the U.S.A. and in Norway between 9.6 and 20.3%, with a 3-5 fold pre-
ponderance in women [63-66].

In contrast in Germany (a country with iodine deficiency), the incidence of hypothyroidism, in
the elderly (including subclinical forms) is only 1-2%, while there is an incidence of 8-10% of
hyperthyroidism [52]. Apart from these conditions, subtle changes due to the physiologic ageing
process can be found at all levels of the hypothalamic-pituitary-thyroid axis.

4.2. Thyrotropin Releasing Hormone (TRH)

TRH is a tripeptide neurotransmitter with multiple actions in the central nervous system and
beyond [67-68]. It is produced also in peripheral tissues, including the immune system [69]. In
addition to its capacity to stimulate the release of thyroid-stimulating hormone (TSH) from the
anterior pituitary, it also stimulates prolactin. Its hypothalamic content shows a circadian rhythm
in rodents, which is in its timing light-dark cycle dependent [70-72]. TRH interacts with other
circadian periodic neurotransmitters, e.g., 5-hydroxytryptamine (5-HT), dopamine and nore-
pinephrine [73].

The action of TRH upon the pituitary via a specific membrane receptor leads to de novo syn-
thesis and release of thyroid stimulating hormone (TSH). After binding with TRH, the receptor
is only slowly degraded. Therefore, a short pulse of TRH, can lead to a prolonged secretion of
TSH from the pituitary cell [74]. The density of TRH receptors can be modulated by other hor-
mones. Thyroid hormones exert a powerful negative feedback control over the pituitary response
to TRH [75]. At the TRH receptor level, there is interaction with gonadal and adrenal steroids
[76-77]. This heterologous modulation suggests the likelihood of rhythmic interactions between
the thyrotropic, gonadotropic and adrenotropic axes.

TRH is the main stimulator of TSH production and release and appears to be the most impor-
tant factor in the regulation of the pulsatile secretion and of the circadian rhythm of TSH. The
pulsatile stimulation of TSH secretion results from an interplay of an apparent hypothalamic
oscillator modulated by inhibitory hypothalamic influences mediated by dopamine and somato-
statin. Triiodothyronine (T3) secreted by the thyroid or converted from T4 in peripheral tissues
inhibits synthesis and secretion of TRH [78] and stimulates the release of inhibitory factors such
as dopamine or somatostatin. At the level of the thyrotrope cell in the anterior pituitary T3 inhib-
its the synthesis of TSH secretion by interaction with specific T3 receptors [79].

4.3. Thyroid Stimulating Hormone (TSH)

Thyroid stimulating hormone is secreted from the pituitary gland in a series of discrete pulses
with an average pulse frequency of 9 pulses/24 hours (range 7—12) in normal men and women.
These pulses are not equally distributed, but cluster during the evening and night hours when
fusion of the pulses and an increase in amplitude leads to the nightly increase of TSH concentra-
tion forming the circadian rhythm of this hormone with a maximum in day-night synchronized
subjects usually between 02:00 and 04:00 hrs [54,80]. The relatively high peak values of indi-
vidual TSH pulses during the evening hours have to be kept in mind since the values reached
during this time may be slightly above the usually accepted normal range.

The pulse pattern may be necessary for normal thyroid gland function with better response
of the thyrotrops in the pituitary to intermittent than to continuous TRH stimulation [81]. Loss
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of the usual nocturnal variations in TSH and pulse amplitude may be sufficient to cause clinical
hypothyroidism [80]. The TSH pulses are statistically significantly concordant with the pulses of
LH, FSH and the a-subunit of the glycoprotein hormones suggesting that an underlying unified
signal coordinates the pulsatile secretion of both gonadotrops and thyrotrops [80].

Pulse patterns are changed by prolonged fasting and malnutrition. Fasting (e.g., 36 hours)
leads in clinically healthy subjects to a decrease in mean pulse amplitude and lowering of the
24-hour mean. The pulse frequency during fasting remains unchanged [82]. The starvation
related decrease in TSH could not be prevented by TRH infusions [83] but in animal studies in
rodents could be prevented by administration of leptin [84], suggesting an interaction between
these agents.

Sleep deprivation and sleep fragmentation as seen frequently in the aged lead to a marked
decrease in the mean 24-hour TSH secretion, and lowering of pulse amplitude also without
change in peak frequency [53,54,56]. The pituitary response to TRH stimulation is consistently
reduced in the elderly [85].

The nocturnal peak of TSH was blunted in the elderly due to a decrease of TSH pulse
amplitude [86-89]. However, the temporal structure of the pulsatile TSH secretion and of the
circadian rhythm remains constant with a trough in the late afternoon and peak around midnight
together with an increased frequency in TSH pulses [55]. While most reports on pulsatile and
circadian rhythms in TSH in the elderly show a blunting of the nocturnal peak and a decrease
in circadian amplitude [68,90], the circadian mean concentrations may vary according to geo-
graphical region and iodine status. When the iodine supply is experimentally decreased, the TSH
levels drop in clinically healthy subjects by approximately 50 percent without any effect on the
frequency of TSH pulses [91]. In reports from iodine deficiency areas like Germany, a prospec-
tive study of mostly elderly subjects in a rehabilitation clinic showed only in 0.8% of subjects
elevated TSH serum levels indicating hypothyroidism, but a prevalence of 22.6% of subjects
with suppressed TSH [92]. Lower TSH levels in the elderly were reported also, e.g., from Hol-
land [93]; from India [94], and in centenarians in Italy [95,96], in one region, but elevated levels
were reported from another [97].

We compared 277 clinically healthy and euthyroid elderly men and woman (77 ± 11 years of
age) with 193 children (11 ± 1.5 years of age) living in Eastern Europe (Romania). The activity-
rest pattern was synchronized by the routine of a home for the aged or by their school routine:
average time of raising 06:30 hrs, time of retiring 22:00 hrs, and three meals per day sampled six
times over a 24-hour span. We found that in the elderly the amplitude of the circadian rhythm of
TSH was reduced due to an increase of the trough values during daytime with little difference in
the peak values during evening and night. The circadian mean concentration was higher in the
elderly due to the higher values during daytime.

4.4. Thyroid hormone

Low amplitude circadian rhythms were found in total thyroxine (TT4) and triiodothyronine
(TT^), the timing of which varies to some extent between different studies by different investi-
gators and in our laboratory in subjects of different age groups and geographic locations [98].
In most studies, the acrophase of TT4 was found during the forenoon or noon hours with lower
values during the night [68,98-102]. The circadian rhythm in free T4 (fT4) showed in elderly
subjects a peak during daytime.

The circadian rhythm in TT? showed in elderly subjects an acrophase in the late afternoon
in contrast to a group of children 11 + 1.5 years of age, who showed the acrophase of TT^ and
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also of free T3 (fT,) during the late night and early morning hours [59,98] similar to a group of
subjects reported by Weeke and Gundersen [103]. The elderly subjects in our series showed no
statistically significant circadian rhythm in TT3. The acrophase of reverse T3 (rT3) in children
was found during the afternoon and in elderly subjects during late afternoon and evening. A
comparison of the circadian timing of the HPT axis in children and in elderly subjects showed
in the elderly a slight phase delay in the circadian acrophase of TSH and a much more marked
phase delay in TT3, TT4, and rTv This observation suggests a delayed response of the thyroid in
the elderly to TSH stimulation occurring at about the same time and with the same TSH concen-
tration as seen in children or young adults [68].

4.4. Seasonal variations and/or circannual rhythms of the HPT axis

The HPT axis shows marked seasonal variations, which are to a large degree, but probably
not exclusively, a response to changes in environmental temperature [104,105]. Stimulation of
TRH secretion in the hypothalamus and of TSH release in response to cold has been reported in
human subjects [106-108] leading to an increase in thyroid hormone production [109].

Seasonal variations in TSH in euthyroid subjects were reported by numerous investigators
[59,89,99,102,110-112]. The seasonal peak in plasma TSH concentration, however, was quite
variable in different studies. The peak was observed Halberg et al. [113] in adult women studied
in Minnesota, United States, during winter; and by Lagoguey and Reinberg [ 112]; in young adult
men in France during the spring by Nicolau et al. [59,102] and by Haus et al. [98]; in elderly
women and in children with and without endemic goiter in Romania during summer and fall. In
the Romanian children the circannual acrophase in TSH did precede the circannual acrophase of
the thyroid hormones, suggesting that the seasonal variation of the latter is not a direct result of
an increase in plasma TSH concentrations. The circannual TSH peak found in France in spring
[111-112] and in Romania during the early fall [59,98,102] also makes a temperature depend-
ence of the circannual rhythm of TSH unlikely.

Most investigators report (irrespective of the yearly temperature average) a seasonal variation
in serum or plasma TT3 and TT4 concentrations inversely related with the seasonally changing
environmental temperature [98,99,102,114-116]. Studies in a subtropical climate with little or
no seasonal temperature variations failed to demonstrate a seasonal variation in circulating TT,
and TT4 concentrations [110,117].

In children [59], the circannual variations in thyroid parameters in moderate climates were
highly reproducible. In contrast, elderly subjects at the same geographic location showed no
seasonal variation in TT4 but did show a circannual rhythm in TSH with the highest values found
during summer and fall [68,98,102,118]. TL, showed in the elderly a seasonal variation with
a peak during winter [98]. The apparent absence of a group synchronized seasonal variation
in some thyroid hormones raises the question of a defect in cold adaptation in the elderly, but
phenomena like desynchronization of a circannual rhythm within the group or a free-running
circannual rhythm cannot be excluded.

In conclusion the hypothalamus-pituitary-thyroid axis shows an intricate multi-frequency
time structure, which in clinically healthy subjects is maintained into very old age.

Changes in the HPT axis can occur as consequence of environmental conditions (e.g. iodine
deficiency). Over a lifetime developing extra-thyroidal and intra-thyroidal disease (e.g., autoim-
mune thyroiditis, multinodular goiter with or without autonomy, autoimmune thyroidal disease,
etc.) make recognition of changes due to the physiology of normal ageing difficult.

Many observations suggest in the aged a decreased hypothalamic stimulation of thyrotro-
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pin release. In addition, a delayed and/or decreased response of the thyroid gland may lead to
changes in timing of thyroid hormone rhythms and/or a compensating increase in TSH secre-
tions, especially at the time of the trough of the circadian TSH rhythm.

A decreased or absent seasonal variation in HPT axis may indicate absence or alteration of a
circannual rhythm or a defect of cold-adaptation in the elderly.

5. PROLACTIN (PRL)

Prolactin plasma concentrations show pulsatile variations superimposed upon ultradian rhythms
of an about 8-hour frequency and upon a circadian oscillation. The prolactin 24-hour profile
reflects both tonic and intermittent hormone release [119]. The normal secretory pattern of PRL
consists of a series of daily pulses, occurring every 2-3 hours, which vary in amplitude. The bulk
of the hormone is secreted during rapid eye movement (REM) sleep. In diurnally active human
subjects, REM-sleep occurs predominantly during the latter half of the daily sleep phase, so that
the highest prolactin plasma concentrations usually occur during the night [120]. In men and
non-parous women, REM-sleep is the dominant organizer of prolactin secretion. The mecha-
nism is not known at this time, but it has been shown that conversely PRL infusion increases
REM activity in the electroencephalogram [121,122]. In lactating women, the reflex elevation of
PRL and oxytocin by nipple stimulation during nursing becomes the predominant controller of
circulating prolactin concentrations. Differences in response to nursing as function of circadian
stage have thus far not been investigated.

Sleep onset is associated with an increase in PRL secretion also during daytime naps irre-
spective of the time of the day, but the amplitude of the prolactin rise is usually less than when
associated with nocturnal sleep. Conversely modest elevations in prolactin concentration may
occur at the time of the usual sleep onset even when the patient remains awake. Thus, PRL
plasma concentrations appear to be regulated by a circadian rhythm and the superimposed
pulsatile secretions modulated by the sleep-wakefulness pattern with maximal secretion when
sleep and circadian rhythmicity are in phase [56,123]. Shallow and fragmented sleep, prolonged
awakening and interrupted sleep patterns as frequently seen in the elderly, are associated with
a dampening of the nocturnal prolactin rise with decreased amplitude of the nocturnal prolactin
pulses [93,124] and decreased prolactin concentrations [125].

PRL secretion in man is normally restrained by the action of dopamine, which is secreted from
the hypothalamus. PRL is the only pituitary hormone that is secreted at unrestrained high levels
when completely isolated from any trophic influences of the hypothalamus. However, a variety
of stimulatory PRL secretagogues have been identified including steroids (estrogen), hypotha-
lamic peptides (thyrotrophin releasing hormone [TRH], VIP and oxytocin) and growth factors
such as EGF and FGF-2. Assays of hormone release from single cells have revealed substantial
variations in function between cells and marked temporal variations in single cell responses
[126]. Numerous medications used in everyday medical practice in the elderly, elevate PRL
secretion and can mask the physiologic rhythmicity and occasionally may even lead to symp-
tomatic hyperprolactinemia. These include commonly used antidepressants, antiemetics and
narcotics which antagonize dopamine action or elevate serotonin or endorphin bioactivity [127].
Hypnotics like benzodiazepines (e.g. triazolam) and imidazopyridines (e.g. zolpidem) taken at
bedtime concordant with the tendency of the daily prolactin rise may lead to substantial raises of
serum PRL concentrations leading into the range regarded as abnormal [128,129]. Endogenous
estrogens play a role in the differential regulation of prolactin in relation to age and sex. Mean
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PRL concentrations, pulse amplitude and pulse frequency are all higher in normally cycling
young women than either in postmenopausal women or in men [130]. Also, seasonal varia-
tions of serum prolactin concentrations have been found in women but not in men [18,131,132].
Ethnic-geographic differences in the circadian and the circannual amplitude of plasma prolactin
concentrations were reported with, e.g., Japanese women showing higher amplitudes in both
frequencies as compared to Americans [132].

During pregnancy, serum prolactin concentrations rise but the 24 hour secretion pattern
is maintained. Postpartum, the PRL pulses follow suckling episodes and the nocturnal rise
becomes manifest only after breastfeeding has ended [133]. In subjects with insulin-dependent
diabetes, the circadian and sleep modulation of PRL secretion is preserved, but overall levels are
markedly diminished [134,135]. Since prolactin secretion is part of the physiologic response to
stress both physically and psychologically stressful events can cause serum PRL to rise [136].

Abnormal 24 hr. prolactin profiles with blunting of the nocturnal rise and inadequate suppres-
sion of prolactin concentrations after L-DOPA administration were found in women with nar-
colepsy and with narcolepsy and sleep apnea [137]. Blunting of the nocturnal rise is not specific
and is found also in other conditions, including patients with breast cancer [138].

Circadian rhythmicity of prolactin continues in the elderly [38,98,131,139] with both
unchanged and decreased serum concentrations and unchanged or a decreased circadian rhythm
amplitude reported [18,131]. The plasma prolactin concentrations in elderly men were reported
to be low [ 134], although in men during the 8"1 and 9"1 decade, the MESOR increased but rhythm
detection by cosinor was lost during the 9"1 decade [18].

5.1. Hyperprolactinemia

Hyperprolactinemia is a frequent endocrine syndrome, which can occur at any age but is seen
most frequently in middle aged and elderly subjects. Chronic use of neuroactive drugs may
cause hyperprolactinemia. Any drug affecting dopamine synthesis and release or action at the
lactrotroph receptor or post-receptor levels may cause hyperprolactinemia (e.g. antipsychotic
drugs such as chlorpromazine, perphenazine, haloperidol or anti-emetrics and gastric motility
regulators such as metoclopramide and domperidone, etc. increase serum PRL concentrations
through dopamine receptor blockage [140].

Hyperprolactinemia caused by hormone secreting tumors is the most common human pitui-
tary disease. In hyperprolactinemia associated with pituitary prolactinomas the regularity of
the pulse pattern is decreased and the number of pulses is increased but the nocturnal elevation
of prolactin concentration may be preserved [141,142], In Cushing's disease PRL levels are
elevated throughout the 24 hr. cycle while the relative amplitude is reduced [143,144].

5.2. Prolactin and the immune system

The effects of prolactin in the human body are many fold. Of importance in the aged is its
immune regulatory role. Prolactin receptors are found on a majority of immune-precursor and
effector cells in each of the major hematopoietic and lymphopoietic organs (bone marrow,
spleen, thymus). However, the action of prolactin upon the immune system is complex and
depends upon the stage of both the circadian timing of the prolactin rhythm and its time relations
to the circadian rhythms of immune related functions in the target organs [145].

In animal experiments prolactin restores immune competence in hypophysectomized animals
[146]. Inhibition of prolactin secretion by bromocriptine results in immunosuppression [147-
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149]. Prolactin antagonizes the immunosuppressive effects of glucocorticoids [150]. While
lowered prolactin leads to immunodeficiency and exogenous prolactin, short-term experiments
produces immunoenhancement persistently elevated prolactin levels due to a variety of condi-
tions are associated with immunosuppression [151-158].

Some of the discordant results on the effects of prolactin on the immune system may be due
to the pronounced circadian variation in its immune regulatory action [145] and the marked
time dependent difference of immuno cellular responses. In the male Balb/c mouse the immu-
nostimulatory activity of PRL was restricted to only an 8 hr. daily interval from 4-12 hrs. after
light on (HALO) in animals kept on a 12 hr. light-dark regimen. PRL administration outside this
sensitive interval was occasionally associated with immunosuppressive effects both in the one
way mixed lymphocyte reaction (MLR) and in hapten-specific delayed-type hypersensitivity
(DTH) responses.

Reducing endogenous levels of prolactin with bromocriptine inhibited immune functions only
when the drug was administered during this daily interval of immunoregulatory sensitivity to
the hormone [145]. This observation is similar to that of Bernton et al [150] who found that the
effect of the prolactin inhibitor Cysteamine (a dopamine beta-hydroxylase inhibitor) on spleno-
cyte mitogenic response was circadian time dependent.

Prolactin effects on immune activity and immunologic disorders were reported in human sub-
jects including lupus erythematosus and the post-partum exacerbation of rheumatoid arthritis
[146,151-153,156]. A chronobiologic explanation of the interaction of the rhythms in prolactin
secretion and in target cell responsiveness has not been reported in human subjects. It appears
that in the immunoregulatory action of prolactin the overall level of plasma PRL is of less impor-
tance than the circadian rhythms of PRL and that of the apparently circadian periodic responses
of the immunocompetent target cell systems. The phase relation between the circadian rhythm
in PRL and that of the rhythm in immunocellular response may be the determining factor for the
PRL effect upon the immune system. Circadian rhythm disruption or phase shifts of either of
these rhythms may be associated with immunologic dysfunction, which may be of interest for
shiftwork, transmeridian flights, circadian rhythm and sleep disturbances in the elderly.

6. CATECHOLAMINES

6.1. Central and tissue catecholamines

The central and peripheral sympathetic nervous system and its humoral messengers show rhyth-
mic variations in various frequencies, which are especially prominent in the circadian range
and undergo characteristic changes with ageing (for review see [159]). In the hypothalamus,
noradrenaline (NE) concentrations decline with increasing age [ 160] with a reduced noradrena-
line turnover [161]. The age related decline in noradrenergic activity influences the functions of
the gonadotropic, somatotropic and thyrotropic axes [ 162]. The changes in central noradrenergic
and dopaminergic regulations may cause changes in the noradrenergic stimulated luteinizing
hormone releasing hormone release (LHRH) [163] and the tonic inhibition of prolactin secretion
by dopamine (DA) [164]. Since prolactin in turn stimulates DA secretion from dopaminergic
neurons the autoregulatory feedback control of prolactin and possibly of TSH appears to be
altered in the aged animals through a dopaminergic mechanism [165]. The tuberoinfundibu-
lar system shows marked decreases in dopamine concentrations with age in the medial-basal
hypothalamus and the median eminence [166]. There is a decrease of about 40% in the number
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of dopaminergic cells in the substantia nigra up to age 60 [167]. Dopamine receptors in the rat
striatum are lost concomitant with an impaired ability to adapt to various stimuli. This loss can
be substantially retarded by dietary restriction together with an approximately 40% increased
survival time [168]. The higher circadian mean serotonin turnover in the corpus striatum (34%
increase) and lower circadian mean of dopamine turnover (69% decrease) in aged rats as com-
pared to their young counterparts could be related to some of the changes in motor function in
the aged [169].

The levels and the circadian rhythms of hypothalamic striatal and hypophyseal catecho-
lamines are age-dependent. In young as well as in aged male Wistar rats a circadian rhythm was
found in hypothalamic and striatal norepinephrine (NE) content and in hypothalamic DA turno-
ver with acrophase (by 24 hr. cosinor) during the second half of the activity span or the first half
of the rest span (under an LD12:12 lighting regimen) [170]. However, the old rats had a lower
NE content in the anterior and medial hypothalamus, a smaller circadian amplitude in posterior
hypothalamic NE content, a lower DA turnover in the medial and posterior hypothalamus, an
increased adeno-hypophysial DA but a decreased NE and DA content in the pituitary neuroin-
termediate lobe [170]. Immunization of the animals with Freund's adjuvant 18 days before
study led to circadian rhythm alterations with a difference between aged and young animals.
Circadian rhythms in the number of alpha- and beta-receptors were found in the rat forebrain
and hypothalamus, which differ in their wave form and timing (acrophase) of their peak. These
rhythms persist in the absence of external time cues indicating their endogenous nature but do
change in curve form and timing during different seasons of the year suggesting in addition to
the circadian, a circannual rhythm [171].

There is a circadian rhythm in norepinephrine (NE) content of the pineal gland in young and
in old animals. The old rats had a lower amplitude and lower mean values of their circadian
variations in pineal NE content which was only partially restored by melatonin treatment [172].
Circadian variations in cerebrospinal fluid noradrenalin concentrations were found in monkeys
and with a 3-point spot check in human subjects [173]. In peripheral tissues of rodents, there is
an age-dependent decrease of tissue catecholamine levels [174-175]. Differences in NE metabo-
lism in aged rats were found in the heart [176] and in peripheral tissues [177]. Bruzzone et al
[ 178] found an age-related decrease in sympathetic nerve fibers in rat heart and coronary arteries
together with a marked decrease in norepinephrine levels in tissue homogenates of rat heart and
coronary vessels. The response of human lymphocyte-adenylate-cyclase to isoproterenol, a beta-
adrenergic catecholamine, is decreased in the elderly [179]. The widely demonstrated reduced
catecholamine responsiveness in the elderly is thought to be due to a defect in the peripheral
beta-receptor linked adenyl-cyclase complex [180].

Brusco et al, [181] studied the effect of age on the circadian rhythms in autonomic nervous
system activity by measuring tryosine hydroxylase activity and ^H-choline conversion into 3H-
acetylcholine in 50 day and 18 month old male Sprague-Dawley rats. Circadian rhythms were
found in both variables in autonomic ganglia, adrenal medulla and heart muscle in the young
animals with peak of tyrosine hydroxylase activity during the daily activity span of the animals
except in contrast to cardiac acetylcholine synthesis, which peaked in the second half of the rest
(light) span. In acetylcholine activity in the hypogastric ganglion, there were two maxima in the
young animals (suggesting a 12 hour rhythm) while there was only one peak in the aged. The
old rats exhibited a significant decrease of rhythm amplitude and elevation of the circadian mean
in tyrosine hydroxylase activity in autonomic ganglia and adrenal medulla and abolition of the
tyrosine hydroxylase activity in the heart. Circadian rhythms in acetylcholine synthesis were
impaired or abolished in aged rats. Melatonin in low and high doses given before onset of the
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daily light span re-established or augmented the amplitude of the rhythms in the aged rats and
in high doses also increased the amplitude in the young rats. The timing (acrophase) of these
rhythms of biochemical indicators of norepinephrine and acetylcholine synthesis are relatively
unmodified by the ageing process.

In the course of sympathetic activation NE is produced at the nerve endings. Although most of
it is taken up again locally, some is released into circulation where it represents an indicator of
sympathetic activity. Using isotope dilution methods to study catecholamine release to plasma in
humans, Esler et al, [ 182] found with ageing sympathetic activation in the heart, the gut and the
liver at rest. Sympathetic nervous responses to stress were augmented in the elderly. Conversely,
adrenal medullary release of epinephrine was subnormal at rest and during stress. Circadian
variations in human lymphocyte adrenoceptor density were reported, with peak values around
noon and a trough around midnight [183]. Ageing leads to an impairment of beta-adrenoceptor
density and/or activity [180].

The adrenomedullary and sympathetic system is assumed to reach maturity around the 5"1

year of life [184]. A progressive increase in catecholamine excretion was reported in children
from 1 month to 16 years of age [185], which seems to be proportional to the body surface area
[186,187]. Diurnally active clinically healthy human subjects of both sexes only moderately
restricted in their activity by the sampling procedures show a circadian rhythm both of plasma
epinephrine (E) and of plasma NE with a peak in the late morning and low levels during sleep
[188]. This circadian variation consists of a low amplitude circadian rhythm with superimposed
episodic fluctuations. With a 20 minute sampling interval 8 to 9 pulses per 24 hour span can be
detected. The magnitude of the pulses is greater during the day and larger for epinephrine than
for norepinephrine [189]. Further superimposed upon this low amplitude circadian rhythm at
rest are the reactive changes due to the subjects' diurnal activity pattern [190,191].

Sleep reversal studies indicate a predominant dependence of the circadian variation of nore-
pinephrine upon sleep-wakefulness and posture [192,193]. In contrast, the circadian rhythm in
epinephrine persists for at least 75 hours in sleep deprived subjects kept under as far as feasible
constant conditions [192]. No relation of plasma catecholamine concentrations to sleep stages
was found [188].

Also the circulating sulfo-conjugated catecholamines show a circadian variation, which
shows a marked phase difference from that of the free compounds [191]. Norepinephrine plasma
concentrations were greater in elderly as compared with young subjects [ 194] by 28% during the
day (11:00 hr) and by 75% during the night (22:00 - 09:00 hrs) [188].

The changes in catecholamine secretion and metabolism during the ageing process are com-
plex and seem to involve their secretion [195], blood levels [196,197], receptors [198-201], the
peripheral tissue content [177], metabolism [202], and possibly clearance [195,203]. The uri-
nary excretion of NE increases from 1 to 59 years of age [204], and then decreases during the 7"1

to 10lh decades of life. Descovich et al, [205] found in elderly subjects (66—99 years of age) no
difference in the timing of circadian rhythms in catecholamine excretion and no decrease in the
MESOR and amplitude of NE and E. Nicolau et al [206] compared the circadian rhythm and the
urinary excretion of free epinephrine, norepinephrine and dopamine between elderly men and
women (77 + 8 years of age) and boys and girls (11 + 1.5 years of age). The circadian MESOR
and the amplitude in E and DA, and to a lesser degree in NE, were higher in the children than in
the elderly subjects. The acrophase of catecholamine excretion remained unchanged in spite of a
4 1 /2 hour phase shift of the acrophase of the urine excretion in the same elderly subjects into the
late night hours [98,207]. The excretion of DA follows in its timing more closely that of the urine
volume. In contrast, Lehmann and Keul [208] found in healthy adults norepinephrine excretion
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to correlate positively with age. The lower excretion of norepinephrine in the elderly found by
Nicolau et al. [206] contrasts with reports on higher concentrations of plasma norepinephrine
concentrations in the aged [196,209]. An alteration in plasma norepinephrine concentrations
during ageing could be the result of changes at several sites. There is evidence of increased
norepinephrine production and release in the aged [210] both in supine and standing positions
[211] and an age related increased plasma catecholamine rise during exercise [212]. The rate of
clearance was found to be the same in young adults and elderly subjects [195]. In contrast, Esler
et al [203] suggested a decrease in norepinephrine clearance with ageing and Itskovitz and Wynn
[213] reported a large reduction in the excretion of free catecholamines and total dopamine as
renal function decreased in the elderly.

The circadian variation in blood pressure parallels that of plasma norepinephrine concentra-
tions. The nocturnal fall in blood pressure was found to be related to a decrease in plasma NE
concentrations [214]. This decrease could be abolished in hypertensive patients taking bro-
mocriptine suggesting there is a dopaminergic mechanisms involved in its control [215]. The
relation of plasma norepinephrine concentrations to essential hypertension are controversial.
Most investigators found no major difference between the age adjusted plasma norepinephrine
concentrations in normotensive and hypertensive subjects [216-218]. The urinary excretion of
catecholamines in hypertensive individuals was found to be slightly higher during the first half
and significantly higher during the second half of life expectancy [208].

Of interest for the circadian periodicity of catecholamines in regards to blood pressure regu-
lation and ageing is the interaction with melatonin. Melatonin blunts noradrenergic activation
[219] and decreases catecholamine concentrations and blood pressure [220]. Endogenous mela-
tonin concentrations decrease with ageing, which may contribute to the decrease in extent and
percentage of elderly subjects showing nocturnal dipping of their blood pressure.

Children showed a circannual rhythm in systolic and diastolic blood pressure and in nore-
pinephrine excretion with peaks during winter [206]. In elderly subjects, a circannual rhythm in
urinary norepinephrine excretion was statistically significant only in women, also with a peak
during winter, but was out of phase with the circannual rhythm in blood pressure [221-223].
Absence of a circannual rhythm as a group phenomenon does not necessarily imply absence of
such a rhythm in the individual but may be the consequence of a desynchronization within the
group. Circannual variations in human lymphocyte adrenoceptor density were found with high
values in spring and summer and low values during winter [183,224].

The ubiquitous role of the sympathetic nervous system and its messenger substances in the
human body determines the importance and the great variety of physiologic functions shaped
or modulated by the multi-frequency rhythms encountered at all levels of the system. The basic
rhythmic variations are mostly endogenous in nature but in some variables are greatly modified
(masked) by environmental factors and by rhythms of response at the level of the target organs.
Ageing changes are found at all levels of the system and are mainly expressed in changes of
mean and amplitude rather than the timing of the rhythms concerned.

7. CONCLUSION

Age related changes in the human endocrine time structure occur in different frequency ranges
including pulsatile secretions [225], ultradian, circadian and circannual rhythms [7,98,226-227].
Some of these changes are part of the physiologic ageing process, but in some instances may
lead to functional impairment, and if exaggerated to senility. A decline in neuroendocrine func-
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tion has been implicated in the development of several age related diseases.
In clinically healthy, diurnally active human subjects, circadian rhythmicity in many variables

may be well maintained into very old age. However, such observations found in transversally
studied groups of subjects of different ages are not necessarily representative for the dynamic
process of ageing. Longitudinal studies, which are difficult in human subjects, could more cor-
rectly represent this process. In comparing subjects transversally of different ages, the upper age
groups are biased groups of survivors and do not represent those with genetically determined
and/or environmentally induced earlier occurring defects who having experienced an acceler-
ated ageing process have succumbed to a variety of diseases for which advancing age represents
a risk factor.

In the circadian range, the most prominent change found in the course of ageing is the reduc-
tion in the circadian amplitude, which was found in most variables discussed in this presentation.
It may play an important part in the ageing process and related changes. A decrease in amplitude
of a physiological variable may be an expression of a functional decline. This may be the case,
e.g., in the decrease in the nightly surge in melatonin leading to a decrease in time information
provided to peripheral oscillating structures with an ensuring tendency for external and internal
desy nchroni zation.

In the circannual range, the disappearance of circannual rhythms or seasonal variations as
group phenomenon in elderly subjects may represent a lack of adaptation to the season-depend-
ent environmental stimuli or lack of synchronization of circannual rhythms by these stimuli,
both of which may represent adaptive defects which may, e.g., contribute to the high mortality
observed among the aged during the winter months.

Alterations in biologic rhythms with internal and external desynchronization and loss of the
capability of the organism to maintain under the conditions of daily life a time structure con-
ducive to optimal function may contribute to the dysfunction of the elderly organism and the
development of senility. Although the ageing process as such may not be based upon changes in
the neuroendocrine system, correction of some of these changes with maintenance or re-estab-
lishment of the neuroendocrine time structure may have beneficial effects upon the function of
the ageing organism and may contribute to the quality of life during healthy ageing and help to
prevent premature senility and other disorders seen in the aged.

REFERENCES

1. Touitou Y, Haus E, editors. Biologic Rhythms in Clinical and Laboratory Medicine. New
York: Springer Verlag; 1994; pp 730.

2. Redfern PH, Lemmer Bj, editors. Physiology and Pharmacology of Biologic Rhythms.
Berlin, New York: Springer; 1997; pp 668.

3. Reppert SM, Weaver DR. Molecular analysis of mammalian circadian rhythms. Ann Rev
Physiol 2001;63:647-676.

4. Basalobre A, Brown SA, Marcacci L, Trouche F, Kellendock C, Reichart HM, Schultz G,
Schibler V. Resetting of circadian time in peripheral tissues by glucocorticoid signaling.
Science 2000;289:2344-2347.

5. Oster H, Baeriswyl S, Van Der Horst GT, Albrecht U. Loss of circadian rhythmicity in
aging mPer 1 -/- mCry 2 -/- mutant mice. Genes Dev 2003; 17:1366-1379.

6. Yamazaki S, Straume M, Tei H, Sakaki Y, Menaker M, Block GD. Effects of aging on
central and peripheral mammalian clocks. Proc Natl Acad Sci USA 2002;99:10801-



181

10806.
7. Touitou Y, Haus E. Alteration with aging of the endocrine and neuroendocrine circadian

system in humans. Chronobiol Int 2000; 17:369-390.
8. Ferrari E, Cravello L, Muzzoni B, Casarotti D, Paltro M, Solerte SB, Fioravanti M, Cuzzoni

G, Pontiggia B, Magri F. Age-related changes of the hypothalamic-pituitary-adrenal axis:
pathophysiological correlates. Eur J Endocrinol 2001; 144:319-29.

9. Gooren LJG. Endocrine aspects of ageing in the male. Mol Cell Endocrinol 1998; 145:
153-159.

10. Laughlin GA, Barrett-Connor, E. Sexual dimorphism in the influence of advanced aging
on adrenal hormone levels: the Rancho Bernardo Study. J Clin Endocrinol Metab 2000;85:
3561-3568.

11. Dennison E, Hindmarsh P, Fall C, Kellingray S, Barker D, Phillips D, Cooper C. Profiles
of endogenous circulating cortisol and bone mineral density in healthy elderly men. J Clin
Endocrinol Metab 1999;84:3058-3063.

12. Ferrari E, Casarotti D, Muzzoni B, Alberteli N, Cravello L, Fioravanti M, Solerte SB,
Magri F. Age-related changes of the adrenal secretory pattern: possible role in pathological
brain aging. Brain Res Review 2001 ;37:294-300.

13. Touitou Y, Sulon J, Bogdan A, Touitou C, Reinberg A, Beck H, Sodoyez JC, Demey-
Ponsart E, Van Cauwenberge H. Adrenal circadian system in young and elderly human
subjects: a comparative study. J Endocrinol 1982;93:201 —210.

14. Ferrari E, Magri F, Dori D, Migliorati G, Nescis T, Molla G, Fioravanti M, Solerte
SB. Neuroendocrine correlates of the aging brain in humans. Neuroendocrinology
1995;61:464-470.

15. Van Cauter E, Leproult R, Kupfer DJ. Effects of gender and age on the levels and
circadian rhythmicity of plasma cortisol. J Clin Endocrinol Metab 1996;81:2468—
2473.

16. Touitou Y, Sulon J, Bogdan A, Reinberg A, Sodoyez JC, Demey-Ponsart E. Adrenocortical
hormones, ageing and mental condition: seasonal and circadian rhythms of plasma 18-
hydroxy-11- deoxycorticosterone, total and free cortisol and urinary corticosteroids. J
Endocrinol 1983;96:53-64.

17. Sherman X, Wysham C, Pfohl B. Age-related changes in the circadian rhythm of plasma
cortisol in man. J Clin Endocrinol Metab 1985;61:439^43.

18. Haus E, Nicolau G, Lakatua DJ, Sackett-Lundeen L, Petrescu E. Circadian rhythm
parameters of endocrine functions in elderly subjects during the seventh to the ninth
decade of life. Chronobiologia 1989; 16:331-352.

19. Parker L, Gral T, Perrigo V, Skowksy R. Decreased adrenal androgen sensitivity to
ACTH during aging. Metabolism 1981;30:601-604.

20. Horan MA. Aging, injury and the hypothalamic-pituitary-adrenal axis. Ann NY Acad Sci
1994;719:285-290.

21. Zhao ZY, Xie Y, Fue YR, Bogdan A, Touitou Y. Aging and the circadian rhythm of
melatonin: a cross-sectional study of Chinese subjects 30-110 yr of age. Chronobiol Int
2002;19:1171-1182.

22. Zhao ZY, Xie Y, Fue YR, Bogdan A, Touitou Y. Circadian rhythms characteristics of
serum cortisol and dehydroepiandrosterone sulfate in healthy Chinese men aged 30 to 60
years. A cross-sectional study. Steroids 2003;68:133-138.

23. Zhao ZY, Lu FH, Xie Y, Fu YR, Bogdan A, Touitou Y. Cortisol secretion in the elderly.
Influence of age, sex and cardiovascular disease in a Chinese population. Steroids 2003,



182

sous presse
24. Lupien S, Roch Lecours A, Schwartz G, Sharma S, Hauger RL, Meaney MJ, Nair NPV.

Longitudinal study of basal cortisol levels in healthy elderly subjects: evidence for
subgroups. Neurobiol Aging 1996; 17:95-105.

25. Kawasaki T, Ueno M, Uezono K, Matsuoka M, Omae T, Halberg F, Wendt H, Taggett-
Anderson MA, Haus E. Differences and similarities among circadian characteristics of
plasma renin activity in healthy young women in Japan and the United States. Am J Med
1980;68:91-96.

26. Woo J, Ho SC, Donnan S, Swaminathan R. Nutritional correlates of blood pressure in
elderly Chinese. J Hum Hypertens 1988; 1:287-291.

27. Leung SY, Ng TH, Yuen ST, Lauder IJ, Ho FC. Patterns of cerebral atherosclerosis in
Hong Kong Chinese. Severity in intracranial and extracranial vessels. Stroke 1993;24:
779-786.

28. Woo J, Swaminathan R, Pang CR, MacDonald D, Mak YT, Ho SC, Lau E. Some
biochemical indices of bone turnover in elderly Chinese. J Med 1989;20:229-239.

29. Touitou Y, Bogdan A, Levi F, Benavides M, Auzeby A. Disruption of the circadian patterns
of serum cortisol in breast and ovarian cancer patients: relationships with tumour marker
antigens. Br J Cancer 1996;74:1248-1252.

30. Ferrari E, Arcani A, Gornati R, Pelanconi L, Cravello L, Fioravanti M, Solerte SB,
Magri F. Pineal and pituitary-adrenocortical function in physiological aging and in senile
dementia. Exp Gerontol 2000;35:1239-1250.

31. Krieger DT. Rhythms in CRF, ACTH, and Corticosteroids. In: Krieger DT, editor.
Endocrine Rhythms. New York: Raven Press; 1979; 123-142.

32. Selmaoui B, Lambrozo J, Touitou Y. Endocrine functions in young men exposed for one
night to a 50-Hz magnetic field. A circadian study of pituitary, thyroid and adrenocortical
hormones. Life Sci 1997;61:473^86.

33. Berr C, Lafont S, Debuire B, Dartigues J-F, Baulieu EE. Relationships of
dehydroepiandrosterone sulfate in the elderly with functional, psychological, and mental
status, and short-term mortality: a french community-based study. Proc Natl Acad Sci
USA 1996;93:13410-13415.

34. Mazat L, Lafont S, Berr C, Debuire B, Tessier J-F, Dartigues J-F, Baulieu EE. Prospective
measurements of dehydroepiandrosterone sulfate in a cohort of elderly subjects:
relationship to gender, subjective health, smoking habits, and 10-year mortality. Proc Natl
Acad Sci USA 2001 ;98: 8145-8150.

35. Thomas G, Frenoy N, Legrain S, Sebag-Lanoe R, Baulieu EE, Debuire B. Serum
dehydroepiandrosterone sulfate levels as an individual marker. J Clin Endocrinol Metab
1994;79: 1273-1276.

36. Vanderkar LD, Brownfield MS. Serotonergic neurons and neuroendocrine function. News
PhysiolSci 1993;8:202.

37. Ebadi M, Samejima M, Pfeiffer RF. Pineal gland in synchronizing and refining
physiological events. News Physiol Sci 1993;8:30.

38. Touitou Y, Fevre M, Lagoguey M, Carayon, A, Bogdan A, Reinberg A, Beck H, Cesselin F,
Touitou C. Age and mental health-related circadian rhythm of plasma levels of melatonin,
prolactin, luteinizing hormone and follicle-stimulating hormone in man. J Endocrinol
1981;91:467^75.

39. Touitou Y, Fevre M, Bogdan A, Reinberg A, de Prins J, Beck H, Touitou C. Patterns of
plasma melatonin with ageing and mental condition: stability of nyctohemeral rhythms



183

and differences in seasonal variation. Acta Endocrinol 1984; 106:145-151.
40. Iguchi H, Kato KI, Ibayashi H. Age-dependent reduction in serum melatonin concentrations

in healthy human subjects. J Clin Endocrinol Metab 1982;55:27-29.
41. Nair NPV, Hariharasubramanian N, Pilapil N, Isaac I, Thavundayil JX. Plasma melatonin,

an index of brain aging in humans? Biol Psychiatry 1986;21:141-150.
42. Sack RL, Lewy AJ, Erb DE, Vollmer WM, Singer CM. Human melatonin production

decreases with age. J Pineal Res 1986;3:379-388.
43. Zeitzer JM, Daniels JE, Duffy JF, Klerman EB, Shanahan TL, Dijk DJ, Czeisler CA. Do

plasma melatonin concentrations decline with age? Am J Med 1999; 107:432^36.
44. Kennaway DJ, Lushington K, Dawson D, Lack L, van-den-Heuvel C, Rogers NJ. Urinary

6-sulfatoxymelatonin excretion and aging: new results and a critical review of the
literature. J Pineal Res 1999;27:210-220.

45. Touitou Y, Fevre-Montange M, Proust J, Klinger E, Nakache JP. Age- and sex-associated
modification of plasma melatonin concentration in man. Relationship to pathology,
malignant or not, and autopsy findings. Acta Endocrinol 1985;108:135—144.

46. Wetterberg L, Halberg F, Tarquini B, Cagnoni M, Haus E, Griffith K, Kawasaki T, Wallach
LA, Ueno M, Uezo K, Matsuoka M, Kuzel M, Halberg E, Omae T. Circadian variation in
urinary melatonin in clinically healthy women in Japan and the United States of America.
Experientia 1979; 35:416-419.

47. Wetterberg L, Halberg F, Halberg E, Haus E, Kawasaki T, Ueno M, Uezono K, Cornelissen
G, Matsuoka M, Omae T. Circadian characteristics of urinary melatonin from clinically
healthy young women at different civilization disease risks. Acta Med Scand 1986;220:
71-81.

48. Pieri C, Marra M, Moroni F, Recchioni R, Marcheselli F. Melatonin: a peroxyl radical
scavenger more effective than vitamin E. Life Sci 1994;55:271-276.

49. Reiter RJ. The pineal gland and melatonin in relation to aging - A summary of the theories
and of the data. Exp Gerontol 1995;30:199-212.

50. Reiter RJ. Oxygen radical detoxification processes during aging: The functional importance
of melatonin. Aging Clin Exp Res 1995;7:340-351.

51. Berlin I, Touitou Y, Guillemant S, Danjou P, Puech AJ. Beta-adrenoceptor agonists do
not stimulate daytime melatonin secretion in healthy subjects. A double blind placebo
controlled study. Life Sci 1995; 56:325-331.

52. Leitolf H, Behrends J, Brabant G. The thyroid axis in ageing. In: Chadwick DJ, Goode J,
editors. Novartis Symposium 242 Endocrine Facets of Ageing. New York: Wiley & Sons
Ltd; 2002; 193-204.

53. Behrends J, Prank K, Dogu E, Brabant G. Central nervous system control of thyrotropin
secretion during sleep and wakefulness. Horm Res 1998;49:173-177.

54. Brabant G, Prank K, Ranft U, Schuermeyer T, Wagner TO, Hauser H, Kummer B, Feistner
H, Hesch RD, von zur Miihlen A. Physiological regulation of circadian and pulsatile
thyrotropin secretion in normal man and woman. J Clin Endocrinol Metab 1990;70:
403-409.

55. Brabant G, Prank K, Hoang Vu C, Hesch RD, von zur Miihlen A. Hypothalamic regulation
of pulsatile thyrotropin secretion. J Clin Endocrinol Metab 1991 ;72:145-150.

56. Spiegel K, Leproult R, van Cauter E. Impact of sleep debt on metabolic and endocrine
function. Lancet 1999;354:1435-1439.

57. Berghout A, Wiersinga WM, Smits NJ, Touber JL. Interrelationships between age, thyroid
volume, thyroid modularity, thyroid function in patients with sporadic non-toxic goiter.



184

AmJMed 1990;89:602-608.
58. Gaitan E, Nelson NC, Poole GV. Endemic goiter and endemic goiter disorders. World J

Surg 1991;15:205-215.
59. Nicolau GY, Dumitriu L, Plinga L, Petrescu E, Sackett-Lundeen L, Lakatua DJ, Haus

E. Circadian and circannual variations of thyroid function in children 11 ±1.5 years of
age with and without endemic goiter. In: Pauly JE, Scheving LE, editors. Advances in
Chronobiology: Progress in Clinical and Biological Research. New York: Liss; 1987;227B:
229-247.

60. Hintze G, Burghardt U, Baumert J, Windeler J, Kobberling J. Prevalence of thyroid
dysfunction in elderly subjects from the general population in an iodine deficiency area.
Aging 1991;3:325-331.

61. Hintze G, Windeler J, Baumert J, Stein H, Kobberling J. Thyroid volume and goiter
prevalence in the elderly as determined by ultrasound and their relationships to laboratory
indices. Acta Endocrinol (Copenh) 1991; 124:12-18.

62. Hampel R, Kiilberg T, Klein K, Jerichow JU, Pichmann EG, Clausen V, Schmidt I. Goiter
incidence in Germany is greater than previously suspected. J Med Klin 1995;90:324—329.

63. Sawin CT, Chopra D, Azizi F, Mannix JE, Bacharach P. The aging thyroid: increased
prevalence of elevated serum thyrotropin levels in the elderly. JAMA 1979;242:247—250.

64. Targum SD, Marshall LE, Magac-Harris K, Martin D. TRH tests in a healthy 64.
Targum SD, Marshall LE, Magac-Harris K, Martin D. TRH tests in a healthy elderly
population. Demonstration of gender differences. J Am Geriatr Soc 1989;37:533-536.

65. Canaris GJ, Manowitz NR, Mayor G, Ridgway C. The Colorado Thyroid Disease
Prevalence Study. Arch Int Med 2000; 160:526-534.

66. Brochmann H, Bjoro T, Gaarder PI, Hanson F, Frey HM. Prevalence of thyroid dysfunction
in elderly subjects: a randomized study in a Norwegian rural community (Naeroy). Acta
Endocrinol (Copenh) 1988; 117:7-12.

67. Metcalf G, Jackson IMD, editors. Thyrotropin releasing hormone: biomedical significance.
AnnNYAcadSci 1989;553:1-631.

68. Nicolau GY, Haus E. Chronobiology of the Hypothalamic-Pituitary-Thyroid Axis. In:
Touitou Y, Haus E, editors. Biologic Rhythms in Clinical and Laboratory Medicine. New
York: Springer Verlag; 1994;330-347.

69. Simard M, Pekary AE, Smith VP, Hershman JM. Thyroid hormones modulate thyrotropin-
releasing hormone biosynthesis in tissues outside the hypothalamic-pituitary axis of male
rats. Endocrinol 1989; 125:529-531.

70. Martino E, Bambini G, Vaudagna G, Breccia M, Baschieri L. Effects of continuous light
and dark exposure on hypothalamic thyrotropin-releasing hormone in rats. J Endocrinol
Invest 1985;8:31-33.

71. Kerdelhue B, Palkovits M, Karteszi M, Reinberg A. Circadian variations in substance P,
luliberin (LH-RH) and thyroliberin (TRH) contents in hypothalamic and extrahypothalamic
brain nuclei of adult male rats. Brain Res 1981 ;206: 405-413.

72. Covarrubias L, Uribe RM, Mendes M, Charli JL, Joseph-Bravo P. Neuronal TRH
synthesis: developmental and circadian TRH mRNA levels. Biochem Biophys Res
Commun 1988;151:615-622.

73. Bennett GW, Marsden CA, Fone KCF, Johnson JV, Heal DJ. TRH-catecholamine
interaction in brain and spinal cord. Ann NY Acad Sci 1989;533:106—120.

74. Hinkle PH. Pituitary TRH receptors. Ann NY Acad Sci 1989;553:176-187.
75. Hinkle RM, Perrone MH, Greer TL. Thyroid hormone action in pituitary cells. Differences



185

in the regulation of thyrotropin-releasing hormone receptors and growth hormone
synthesis. J Biol Chem 1979;254:3907-3911.

76. Tashjian AH Jr, Osborne R, Maina D, Knaian A. Hydrocortisone increases the number of
receptors for thyrotropin-releasing hormone on pituitary cells in culture. Biochem Biophys
ResCommun 1977;79:333-340.

77. Gershengorn MC, Marcus-Samuels BE, Geras E. Estrogens increase the number of
thyrotropin-releasing hormone receptors on mammotropic cells in culture. Endocrinol
1979;105:171-176.

78. Segerson TP, Kauer J, Wolfe HC, Mobtaker H, Wu P, Jackson IMD, Lechan RM.
Thyroid hormone regulates TRH biosynthesis in the paraventricular nucleus of the rat
hypothalamus. Science 1987;238:78-80.

79. Gurr JA, Kourides IA. Thyroid hormone regulation of thyrotropin alpha- and beta-subunit
gene transcription. DNA 1985;4:301-307.

80. Samuels MH, Lillehei K, Kleinschmidt-Demasters BK, Stears J, Ridgway EC. Patterns of
pulsatile pituitary glycoprotein secretion in central hypothyroidism and hypogonadism. J
Clin Endocrinol Metab 1990;70:391-395.

81. Spencer CA, Greenstadt MA, Wheeler WS, Kletzky OA, Nicoloff JT. The influence of
a long-term low dose thyrotropin-releasing hormone infusions of serum thyrotropin and
prolactin concentrations in man. J Clin Endocrinol Metab 1980;51:771-775.

82. Romijn JA, Adriannse R, Brabant G, Prank K, Endert E, Wiersinger WM. Pulsatile
secretion of thyrotropin during fasting: a decrease of thyrotropin pulse amplitude. J Clin
Endocrinol Metab 1990;70:1631-1636.

83. SpencerCA, Lum SM, Wilber JF, Kaptein EM, Nicoloff JT. Dynamics of serum thyrotropin
and thyroid hormone changes in fasting. J Clin Endocrinol Metab 1983;56:883-888.

84. Seoane LM, Carro E, Tovar S, Casanueva FF, Dieguez C. Regulation of in vivo TSH
secretion by leptin. Regul Pept 2000;92:25-29.

85. Ordene KW, Pan C, Barzel US, Surks MI. Variable thyrotropin response to thyrotropin-
releasing hormone after small decreases in plasma thyroid hormone concentrations in
patients of advanced age. Metabolism 1983;32:881-888.

86. Barreca T, Franceschini R, Messina V, Boltano L, Rolandi E. 24-hour thyroid stimulating
hormone secretory pattern in elderly men. Gerontology 1985;31:119-123.

87. Van Coevorden A, Laurent F, Decoster C, Kerkhofs M, Neve P, van Cauter E, Mockel
J. Decreased basal and stimulated thyrotropin secretion in healthy elderly men. J Clin
Endocrinol Metab 1989;69:177-185.

88. Greenspan SL, Kilbanski A, Schoenfeld D, Ridgway EC. Pulsatile secretion of thyrotropin
in man. J Clin Endocrinol Metab 1986;63:661-668.

89. Greenspan SL, Klibanski A, Rowe JW, Elahi D. Age-related alterations in pulsatile
secretion of TSH; role of dopaminergic regulation. Am J Physiol 1991 ;260:E486-E491.

90. Levy EG. Thyroid disease in the elderly. Med Clin North Am 1991 ;75:151—167.
91. Brabant G, Bergmann P, Kirsch CM, Kohrel J, Hesch RD, von Zur Muhlen A. Early

adaptation of thyrotropin and thyroglobulin secretion to experimentally decreased iodine
supply in man. Metabolism 1992;41:1093-1096.

92. Brabant G, Mayr B, Lucke C. Klinische and laborchemische Aspecte des latenten und
manifesten Hyperthyreose in hoheren Lebensalter. In: Schiddruse. Berlin: de Gruyter;
1995;S 214-S251.

93. Van Coevorden A, Mockel J, Laurent E, Kerkhofs M, L'Hermite-Baleriaux M, Decoster
C, Neve P, van Cauter E. Neuroendocrine rhythms and sleep in aging men. Am J Physiol



186

199 l;260:E651-661.
94. Chakraborti S, Chakraborti T, Mandal M, Das S, Batabyal SK. Hypothalamic-pituitary-

thyroid axis status of humans during development of ageing process. Clinica Chimica Acta
1999;288:137-145.

95. Mariotti S, Barbesino G, Caturegli P, Bartalena L, Sansoni P, Fagnoni F, Monti D,
Fagiolo U, Franceschi C, Pinchera A. Complex alteration of thyroid function in healthy
centenarians. J Clin Endocrinol Metab 1993;77:1130-1134.

96. Mariotti S, Franceschi C, Cossarizza A, Pinchera A. The aging thyroid. Endocrinol Rev
1995; 16:686-715.

97. Ravaglia G, Ford P, Maioli F, Nesi B, Pratelli L, Savarino L, Cucinotta D, Cavalli G. Blood
micronutrient and thyroid hormone concentrations in the oldest-old. J Clin Endocrinol
Metab 2000; 85:2260-2265.

98. Haus E, Nicolau G, Lakatua DJ, Sackett-Lundeen L. Reference values for
chronopharmacology. Ann Rev Chronopharm 1988;4:333—424.

99. Halberg F, Cornelissen G, Sothern RB, Wallach LA, Halberg E, Ahlgren A, Kuzel M,
Radke A, Barbosa J, Goetz F, Buckley J, Mandel J, Shuman L, Haus E, Lakatua D, Sackett
L, Berg, Ft, Kawasaki T, Ueno M, Uezono K, Matsuoka M, Omae T, Tarquini B, Cagnoni
M, Garcia Sainz M, Perez VE, Griffiths K, Wilson D, Donati L, Tatti P, Vasta M, Locatelli
I, Camagna A, Lauro R, Tritsch G, Wetterberg L, Wendt HW. International geographic
studies of oncological interest on chronobiologic variables. In: Kaiser HE, editor.
Neoplasms comparative pathology of growth in animals, plants and man. Baltimore:
Williams and Wilkins; 1981 ;553-596.

100. Weeke J, Christensen SE, Hansen AP, Laurberg P, Lundbaek K. Somatostatin and the 24-h
levels of serum TSH, T_v T4 and reverse T3 in normals, diabetics and patients treated for
myxoedema. Acta Endocriinol (Copenh) 1980;94:30-37.

101. Nicolau GY, Haus E, Lakatua D, Bogdan C, Petrescu E, Sackett-Lundeen L, Berg H,
Ioanitu D, Popescu M, Chioran C. Endocrine circadian time structure in the aged. Rev
Roum Med Endocrinol 1982;20:165-176.

102. Nicolau GY, Lakatua DJ, Sackett-Lundeen L, Haus E. Circadian and circannual rhythms of
hormonal variables in clinically healthy elderly men and women. Chronobiol Int 1984; 1:
301-319.

103. Weeke J, Gundersen HJG. Circadian and 30 minute variations in serum TSH and thyroid
hormones in normal subjects. Acta Endocrinol (Copenh) 1978;89:659-672.

104. Lungu A, Nicolau GY, Cocu F, Teodoru V, Dinu I. Protein-bound iodine variations and
spontaneous atmospheric temperature oscillations. Rev Roum Endocrinol 1966;3:279-
282.

105. Ogata K, Sasaki T, Murakami N. Central nervous and metabolic aspects of body
temperature regulation. Bull Inst Const Med Kumamoto Univ 1966; 16(Suppl): 1-67.

106. Wilber JF, Baum D. Elevation of plasma TSH during surgical hypothermia. J Clin
Endocrinol Metab 1970;31:372-375.

107. Tuomisto J, Mannisto P, Lamberg BA, Linnoila M. Effect of cold exposure on serum
thyrotropin levels in man. Acta Endocrinol (Copenh) 1977;83:522-527.

108. Reed HL, Burman KD, Shakir KMM, O'Brian JT. Alterations in the hypothalamic-
pituitary-thyroid axis after prolonged residence in Antarctica. Clin Endocrinol (Oxf)
1986;25:55-65.

109. Eastman CJ, Ekins RP, Leith IM, Williams ES. Thyroid hormone response to prolonged
cold exposure in man. J Physiol 1974;24:175-181.



187

110. Halberg F, Lagoguey M, Reinberg A. Human circannual rhythms over a broad spectrum of
physiological processes. Int J Chronobiol 1983;8:225-268.

111. Hugues JN, Reinberg A, Lagoguey M, Modigliani E, Sebaoun J. Les rythmes biologiques
de la secretion thyreotrope. Ann Med Interne (Paris) 1983; 134:83-94.

112. Lagoguey M, Reinberg A. Circadian and circannual changes of pituitary and other
hormones in healthy human males: their relationship with gonadal activity. In: Van Cauter
E, Copinschi G, editors. Human pituitary hormones: circadian and episodic variations. The
Hague: Nijhoff; 1981 ;261-278.

113. Halberg F, Tarquini B, Lakatua D, Halberg E, Seal U, Haus E, Cagnoni M. Circadian and
circannual plasma TSH rhythm, human mammary and prostatic cancer and step toward
chrono-oncoprevention. Lab J Res Lab Med 1981;8:251-257.

114. Smals AGH, Ross HA, Kloppenborg PWC. Seasonal variation in serum T3 and T4 levels in
man. J Clin Endocrinol Metab 1977;44:998-1001.

115. Perez PR, Lopez JG, Mateos IP, Escribano AD, Sanchez MLS. Seasonal variations in
thyroid hormones in plasma. Rev Clin Esp 1980; 156:245-247.

116. Oddie TH, Klein AH, Foley TP, Fisher DA. Variation in values for iodothyroinine
hormones, thyrotropin and thyroxine-binding globulin in normal umbilical cord serum
with season and duration of storage. Clin Chem 1979;25:1251—1253.

117. Rastogi RD, Sawhney RC. Thyroid function in changing weather in a subtropical region.
Metabolism 1976;25:903-908.

118. Nicolau GY, Haus E. Chronobiology of the endocrine system. Endocrinol 1989;27:153—
183.

119. Veldhhuis JD, Johnson ML, Lizarralde G, Iranmanesh A. Rhythmic and nonrhythmic
modes of anterior pituitary secretion. Chronobiol Int 1992;9:371-379

120. Sassin JF, Frantz AG, Kapen S, Weitzman ED. The nocturnal rise of human prolactin is
dependent on sleep. J Clin Endocrinol Metab 1973;37:436-440.

121. Obal F Jr, Payne L, Kacsoh B, Opp M, Kapas L, Grosvenor CE, Krueger JM. Involvement
of prolactin in the REM sleep promoting activity of systemic vasoactive intestinal peptide
(VIP). Brain Res 1994;645:143-149.

122. Rocky R, Obal F Jr, Valatx JL, Bredow S, Fang J, Pagano LP, Krueger JM. Prolactin and
rapid eye movement sleep regulation. Sleep 1995; 18:536-542.

123. Waldstreicher J, Duffy JF, Brown EN, Rogacz S, Allan JS, Czeisler CA. Gender
differences in the temporal organization of prolactin (PRL) secretion: Evidence fora sleep-
independent circadian rhythm of circulating PRL levels - A clinical research center study.
J Clin Endocrinol Metab 1996;81:1483-1487.

124. Greenspan SL, Klibanski A, Rowe JW, Elahi D. Age alters pulsatile prolactin release:
Influence of dopamine inhibition. Am J Physiol 1990;258:E799-804.

125. Spiegel K, Luthringer R, Follenius M, Schaltenbrand N, Macher JP, Muzet A,
Brandenberger G. Temporal relationship between prolactin secretion and slow wave
electroencephalic activity during sleep. Sleep 1995; 18:543—548.

126. Castano JP, Kineman RD, Frawley LS. Dynamic fluctuations in the secretory activity of
individual lactotropes as demonstrated by a modified sequential plague assay. Endocrinol
1994; 135:1747-1752.

127. Ben-Jonathan N. Regulation of prolactin secretion. In: Imura H, editor. The Pituitary
gland, Ed 2. New York: Raven Press; 1994; p 261.

128. Copinschi G, Van Onderbergen A, L'Hermite-Baleriaux M, Szyper M, Caufriez A,
Bosson D, L'Hermite M, Robyn C, Turek FW, Van Cauter E. Effects of the short-acting



188

benzodiazepine triazolam, taken at bedtime, on circadian and sleep-related hormonal
profiles in normal men. Sleep 1990; 13:232-244.

129. Copinschi G, Akseki E, Moreno-Reyes R, Leproult R, L'Hermite-Baleriaux M, Caufriez
A, Vertongen F, Van Cauter E. Effects of bedtime administration of Zolpidem on circadian
and sleep-related hormonal profiles in normal women. Sleep 1995;18:417^-24.

130. Katznelson L, Riskind PN, Saxe VC, Klibanski A. Prolactin pulsatile characteristic in
postmenopausal women. J Clin Endocrinol Metab 1998;83:761—764.

131. Touitou Y, Carayon A, Reinberg A, Bogdan A, Beck H. Differences in the seasonal
rhyfhmicity of plasma prolactin in elderly human subjects. Detection in women but not in
men. J Endocrinol 1983;96:65-71.

132. Haus E, Lakatua DJ, Halberg F, Halberg E, Cornelissen G, Sackett LL, Berg HG,
Kawasaki T, Ueno M, Uezono K, Matsouka M, Omae T. Chronobiological studies of
plasma prolactin in women in Kyushu, Japan and Minnesota, USA. J Clin Endocrinol
Metab 1980;51:632-640.

133. Tay CC, Glasier AF, McNeilly AS. Twenty-four hour pattern of prolactin secretion during
lactation and the relationship to suckling and the resumption of fertility in breast-feeding
women. Hum Reprod 1996;11:950-955.

134. Iranmanesh A, Veldhuis JD, Carlsen EC, Vaccaro VA, Booth RA Jr, Lizarralde G, Asplin
CM, Evans WS. Attenuated pulsatile release of prolactin in men with insulin-dependent
diabetes mellitus. J Clin Endocrinol Metab 1990;71:73-78.

135. Drejer JC, Hendriksen C, Nielsen LM, Binder C, Hagen C, Kehlet H. Diurnal variations in
plasma prolactin, growth hormone, cortisol and blood glucose in labile diabetes mellitus.
Clin Endorinol 1977;6:57-64.

136. Reavley S, Fisher AD, Owen D, Creed FH, Davis JR. Psychological distress in patients
with hyperprolactinaemia. Clin Endocrinol 1997;47:343—348.

137. Clark RW, Schmidt HS, Malarkey WB. Disordered growth hormone and prolactin
secretion in primary disorder of sleep. Neurology 1979;29:855—861.

138. Malarkey WB, Schroeder LL, Steven VC, James AG, Lanese RR. Disordered nocturnal
prolactin regulation in women with breast cancer. Cancer Res 1977;37:4650^1654.

139. Lakatua DJ, Nicolau GY, Bogdan C, Petrescu E, Sackett-Lundeen L, Irvine PW, Haus E.
Circadian endocrine time structure in humans above 80 years of age. J Gerontol 1984;39:
654-684.

140. Faglia G. Prolactinomas and hyperprolactinemia syndrome. In: DeGroot LJ, Jameson JL,
editors. Endocrinology. New York: WB Saunders; 2001;329-342.

141. Boyar RM, Kapen S, Finkelstein JW, Perlow M, Sassin JF, Fukushima DK, Weitzman ED,
Hellman L. Hypothalamic-pituitary function in diverse hyperprolactinemic states. J Clin
Invest 1974;53:1588-1598.

142. Groote, Veldman R, Van den Berg G, Pincus SM. Increased episodic release and
disorderliness of prolactin secretion in both micro- and macro-prolactinomas. Eur J
Endocrinol 1999; 140:192-200.

143. Caufriez A, Desir D, Szyper M, Robyn C, Copinschi G. Prolactin secretion in Cushing's
disease. J Clin Endocrinol Metab 1981;53:843-846.

144. Krieger DT, Howanitz PJ, Frantz AG. Absence of nocturnal elevation of plasma prolactin
concentrations in Cushing's disease. J Clin Endocrinol Metab 1976;42:260-272.

145. Cincotta AH, Kniseley TL, Landry RJ, Miers WR, Gutierrez PJA, Esperanza P, Meier
AH. The immunoregulatory effects of prolactin in mice are time of day dependent.
Endocrinology 1995; 136(5):2163-2171.



189

146. Gala RR. Prolactin and growth hormone in the regulation of the immune system. Proc Soc
Exp Biol Med 1991; 198:513-527.

147. Berczi I. Immunoregulation by neuroendocrine factors. Dev Comp Immunol 1989; 13:
329-341.

148. Bernton EW, Meltzer MS, Holaday JW. Suppression of macrophage activation and T-
lymphocyte function in hypoprolactinemic mice. Science 1988;239:401^-04

149. Hiestand PC, Mekler P, Nordmann R, Grieder A, Permmongkol C. Prolactin as a modulator
of lymphocyte responsiveness provides possible mechanism of action for cyclosporine.
Proc Natl Acad Sci USA 1986;83:2599-2603.

150. Bernton E, Bryant H, Holaday J, Jitendra D. Prolactin and prolactin secretagogues reverse
immunosuppression in mice treated with cysteamine, glucocorticoids or cyclosporin-A.
Brain Behav Immunol 1992;6:394-408.

151. Vidaller A, Liorente L, Larrea F, Mendez JP, Alcocer-Varela J, Alarcon-Segovia D. T-cell
dysregulation in patients with hyperprolactinemia: effect of bromocriptine treatment. Clin
Immunol Immunopathol 1986;38:337-343.

152. Gerli R, Riccardi C, Nicoletti I, Orlandi S, Cernetti C, Spinozzi F, Rambotti P. Phenotypic
and functional abnormalities of T lymphocytes in pathological hyperprolactinemia. J Clin
Immunol 1987;7:463^170.

153. Nicoletti I, Gerli R, Orlandi S, Migliorati G, Rambott P, Ricaardi C. Defective natural-
killer cell activity in puerperal hyperprolactinemia. J Reprod Immunol 1989; 15:113-121.

154. Karmali R, Lauder I, Horrobin DF. Prolactin and the immune response. Lancet 1974;2:
106-107.

155. Vidaller A, Guadarrama F, Liorente L, Mendez JP, Larrea F, Villa AR, Alarcon-Segovia D.
Hyperprolactinemia inhibits natural killer (NK) cell function in vivo and its bromocriptine
treatment not only corrects it but makes it more efficient. J Clin Immunol 1992; 12:210-
215.

156. Lavalle C, Loyo E, Paniagua R, Bermodez JA, Hererra J, Graef A, Gonzalez-Barcena D,
Fraga A. Correlation study between prolactin and androgens in male patients with SLE. J
Rheumatol 1987; 14:268-272.

157. McMurray R, Keisler D, Kanuckel K, Izui S, Walker SE. Prolactin influences autoimmune
disease activity in the female B/W mouse. J Immunol 1991; 147:3780-3787.

158. Jungers P, Dougados M, Pelissier C, Kuttenn F, Tron F, Lesavre P, Bach J-F. Lupus
nephropathy and pregnancy report of 104 cases in 36 patients. Arch Intern Med 1982; 142:
771-776.

159. Rehman HU, Masson EA. Neuroendocrinology of ageing. Age and Ageing 2001 ;30:
279-287.

160. Dekosky ST, Palmer AM. Neurochemistry of aging. In: Albert M, Knoefel JE, Clinical
Neurology of Aging. New York: Oxford University Press; 1994;79—101.

161. Joseph JA, Berger RE, Engle BT, Roth GS. Age-related changes in the nigrostriatum: a
behavioural and biochemical analysis. J Gerontol 1978;33:643-649.

162. Meites J. Aging: hypothalamic catecholamines, neuroendocrine-immune interactions and
dietary restriction. Pro Soc Exp Biol Med 1990; 195:304-311.

163. Kalra SP, Kalra PS. Neural regulation of leutinizing hormone secretion in the rat.
Endocrinol Rev 2001; 4:311-351.

164. Sider LH, Hucke Erica ETS, Florio JC, Felicio LF. Influence of time of day on hypothalamic
monoaminergic activity in early pregnancy: effect of a previous reproductive experience.
Psychoneuroendocrinology 2003;28:195-206.



190

165. Demarest KT, Riegle GD, Moore KE. Characteristics of dopaminergic neurons in the aged
male rat. Neuroendocrinol 1980;31:222-227.

166. Demarest KT, Moore KE, Riegle GD. Responsiveness of tuberoinfundibular dopamine
neurons in the aged female rat to the stimulatory actions of prolactin. Neuroendocrinology
1987; 45:227-232.

167. Kish SJ, Shannak K, Rajput A, Deck JH, Hornykiewicz O. Aging produces a specific
pattern of striatal dopamine loss: implications for the etiology of idiopathic Parkinson's
disease. J Neurochem 1992;58:642-648.

168. Levin P, Janda JK, Joseph JA, Ingram DK, Roth GS. Dietary restriction retards the age-
associated loss of rat striatal dopaminergic receptors. Science 1981 ;214:561-562.

169. Esquifino AI, Cano P, Chacon F, Reyes Toso CF, Cardinali DP. Effect of aging on 24-hour
changes in dopamine and serotonin turnover and amino acid and somatostatin contents of
rat corpus striatum. Neurosignals 2002; 11:336-344.

170. Cano P, Cardinali DP, Chacon F, Castrillon PO, Reyes Toso CA, Esquifino AI. Age-
dependent changes in 24-hour rhythms of catecholamine content and turnover in
hypothalamus, corpus striatum and pituitary gland of rats injected with Freund's adjuvant.
BMC Physiology 2001 ;1:14.

171. Kafka MS, Wirz-Justice A, Naber D. Circadian and seasonal rhythms in alpha- and beta-
adrenergic receptors in the rat brain. Brain Research 1981 ;207:409^H9.

172. Pazo D, Cardinal DP, Cano P, Reyes Toso CA, Esquifino AI. Age-related changes in 24
hour rhythms of norepinephrine content and serotonin turnover in rat pineal gland: Effect
of Melatonin Treatment. Neurosignals 2002; 11:81-87.

173. Ziegler MG, Lake CR, Wood JH, Ebert MH. Circadian rhythm in cerebrospinal fluid
noradenaline of man and monkey. Nature 1976;264:656-658.

174. Amenta F, Mione MC. Age-related changes in the noradrenergic innervation of the
coronary arteries in old rats: A fluorescent histochemical study. J Auton Nerv Syst
1988;22:247-251.

175. Leger J, Croll RP, Smith FM. Regional distribution and extrinsic innervation of intrinsic
cardiac neurons in the guinea pig. J Comp Neurol 1999;407:303-317.

176. Gey KF, Burkhard WP, Pietscher A. Variation of the norepinephrine metabolism of the rat
heart with age. Gerontologia 1965;11:1-11.

177. Martinez JL Jr, Vasquez BJ, Messing RB, Jensen RA, Liang KC, McGaugh JL. Age-
related changes in the catecholamine content of peripheral organs in male and female F344
rats. J Gerontol 1981;36:280-284.

178. Bruzzone P, Cavallotti C, Mancone M, Tranquilli Leali FM. Age related changes in
catecholaminergic nerve fibers of rat heart and coronary vessels. Gerontology 2003;49(2):
80-85

179. Krall JF, Conelly M, Weisbant R, Tuck ML. Age-related elevation of plasma catecholamine
concentration and reduced responsiveness of lymphocyte adenylate-cyclase. J Clin
Endocrinol Metab 1981 ;52:863-867.

180. Ebstein RP, Stessman J, Eliakim R, Menczel J. The effect of age on beta-adrenergic
function in man: A review. IsrJMedSci 1985;21:302-311.

181. Brusco LI, Garcia-Bonacho M, Esquifino A, Cardinali DP. Diurnal rhythms in
norepinephrine and acetylcholine synthesis of sympathetic ganglia, heart and adrenals of
ageing rats: Effect of Melatonin. J of the Autonomic Nervous System 1998;74:49—61.

182. Esler M, Lambert G, Kaye D, Rumantir M, Hastings J, Seals DR. Influence of ageing on the
sympathetic nervous system and adrenal medulla at rest and during stress. Biogerontology



191

2002;3:45^9.
183. Pangerl A, Remien J, Haen E. The number of beta-adrenoceptor sites on intact human

lymphocytes depends on time of day, on season and on sex. Ann Rev Chronopharmacol
1986;3:331-334.

184. Nakai T, Yamada R. Urinary catecholamine excretion by various age groups with special
reference to clinical value of measuring catecholamines in newborns. Pediatr Res 1983; 17:
456^60.

185. DeSchaepdryver AF, Hooft C, Delbeke MJ, den Noortgaete MV. Urinary catecholamines
and metabolites in children. J Pediatr 1978;93(2):266-268.

186. Parra A, Ramirez del Angel A, Cervantes C, Sanchez M. Urinary excretion of
catecholamines in healthy subjects in relation to body growth. Acta Endocrinol (Copenh)
1980;94:546-551.

187. Kirkland JL, Lye M, Levy DW, Banerjee AK. Pattern of urine flow and electrolyte
excretion in healthy elderly people. Br Med J 1983;287:1665-1667.

188. Prinz PN, Halter J, Benedetti C, Raskind M. Circadian variation of plasma catecholamines
in young and old men: Relation to rapid eye movement and slow wave sleep. J Clin
Endocrinol Metab 1979;49:300-304.

189. Linsell CR, Lightman SL, Mullen PE, Brown MJ, Causon RC. Circadian rhythms of
epinephrine and norepinephrine in man. J Clin Endocrinol Metab 1985;60:1210-1215.

190. Cameron OG, Curtis GC, Zelnik T, McCann D, Roth TH, Guire K, Huber-Smith M.
Circadian fluctuation of plasma epinephrine in supine humans. Psychoneuroendocrinol
1987;12:41—51.

191. Kuchel O, Buu NT. Circadian variations of free and sulfoconjugated catecholamines in
normal subjects. Endocrinol Res 1985;11(1-2): 17-25.

192. Akerstedt T, Levi L. Circadian rhythms in the secretion of cortisol, adrenaline and
noradrenaline. Eur J Clin Invest 1978;8:57-58.

193. Lightman SL, James VH, Linsell C, Mullen PE, Peart WS, Sever PS. Studies of diurnal
changes in plasma renin activity, and plasma noradrenaline, aldosterone and cortisol
concentrations in man. Clin Endocrinol 1981; 14:213-223.

194. Ziegler MG, Lake CR, Kopin IJ. Plasma noradrenaline increases with age. Nature
1976;261:333-335.

195. Rubin PC, Scott PJW, McLean K, Reid JL. Noradrenaline release and clearance in relation
to age and blood pressure in man. Eur J Clin Invest 1982; 12:121-125.

196. Rowe JW, Troen BR. Sympathetic nervous system and aging in man. Endocrinol Rev
1980;l: 167-179.

197. Goldstein DS, Lake CR, Chernow B, Ziegler MG, Coleman MD, Taylor AA, Mitchell
JR, Kopin IJ, Keiser HR. Age-dependence of hypertension - normotensive differences in
plasma norepinephrine. Hypertension 1983;5:100—104.

198. Bertel O, BuhlerFR, Kiowski W, Lutold BE. Decreased beta-adrenoreceptorresponsiveness
as related to age, blood pressure and plasma catecholamines in patients with essential
hypertension. Hypertension 1980;2(2): 130-138.

199. Conway J, Wheeler R, Sannerstedt R. Sympathetic nervous activity exercise in relation to
age. Cardiovasc Res 1971;5:577-581.

200. Lakatta VG, Gerstenblith G, Angeli CS, Shock MW, Weisfeldt ML. Diminished inotropic
response of aged myocardium to catecholamines. Circ Res 1975;36(2):262-269.

201. Vestal RE, Wood AJ, Shand DG. Reduced beta-adrenoceptor sensitivity in the elderly. Clin
Pharmacol Ther 1979;26(2) 181-186.



192

202. Bender AD. The influence of age on the activity of catecholamines and related therapeutic
agents. J Am Geriatr Soc 1970; 18:220-232.

203. Esler M, Skews H, Leonard P, Jackman G, Bobik A, Korner P. Age difference of
noradrenaline kinetics in normal subjects. Clin Science 1981 ;60(2):217—219.

204. Karki NT. The urinary excretion of noradrenaline and adrenaline in different age groups;
its diurnal variation and effect of muscular work on it. Acta Physiol Scand 1956;39(Suppl
132): 1-96.

205. Descovich GC, Montalbetti N, Kuhl JFW, Rimondi S, Halberg F, Ceredi C. Age and
catecholamine rhythms. Chronobiologia 1974; 1:163-171.

206. Nicolau GY, Haus E, Lakatua D, Sackett-Lundeen L, Bogdan C, Plinga L, Petrescu E,
Ungureanu E, Robu E. Differences in the circadian rhythm parameters of urinary free
epinephrine, norepinephrine, and dopamine between children and elderly subjects. Rev
Roum Med Endocrinol 1985;23:189-199.

207. Haus E, Lakatua DJ, Sackett-Lundeen L, Swoyer J. Chronobiology in laboratory medicine.
In: Reitveld WT, editor. Clinical Aspects of Chronobiology. Baarn: Bakker; 1984; 13—82.

208. Lehmann M, Keul J. Urinary excretion of free noradrenaline and adrenaline related to age,
sex and hypertension in 265 individuals. Eur J Appl Physiol 1986;55:14—18.

209. Cutler NR, Hodes JE. Assessing the noradrenergic system in normal aging: a review of
methodology. Exp Aging Res 1983;9(3): 123-127.

210. Wallin BG, Sundlof G. A quantitative study of muscle nerve sympathetic activity in resting
normotensive and hypertensive subjects. Hypertension 1979; 1:67-77.

211. Vargas E, Rothwell C, Weinkove C, Lye M. The measurement of plasma noradrenaline
before and after tilt in young and old healthy subjects. Gerontology 1984;30: 253-260.

212. Fleg JL, Tzankoff SP, Lakatta EG. Age-related augmentation of plasma catecholamines
during dynamic exercise in healthy males. J Appl Physiol 1985;59(4): 1033-1039.

213. Itskovitz HD, Wynn NC. Renal functional status and patterns of catecholamine excretion.
J Clin Hypertens 1985;3:223-227.

214. Morfis L, Howes LG. Nocturnal fall in blood pressure in the elderly is related to presence
of hypertension and not age. Blood Press 1997;6:274-278.

215. Sowers JR. Dopaminergic control of circadian norepinephrine levels in patients with
essential hypertension. J Clin Endocrinol Metab 1981;53:1133-1137.

216. Lake CR, Ziegler MG, Coleman MD, Kopin IJ. Age-adjusted plasma norepinephrine
levels are similar in normotensive and hypertensive subjects. NEJM 1977;296:208-209.

217. Chobanian AV, Gavras H, Melby JC, Gavras I, Jick H. Relationship of basal plasma
noradrenaline to blood pressure, age, sex, plasma renin activity and plasma volume in
essential hypertension. Clin Science and Molecular Medicine 1978;55:93s-96s

218. Liebau H, Manitius J. Diurnal and daily variations of PRA, plasma catecholamines and
blood pressure in normotensive and hypertensive man. Contrib Nephrol 1982;30:57-63.

219. Cagnacci A, Arangino S, Angiolucci M, Maschio E, Melis GB. Influences of melatonin
administration on the circulation of women. Am J Physiol 1998;274:R335-338.

220. Arangino S, Cagnacci A, Angiolucci M, Vacca AMB, Longu G, Volpe A. Effects of
melatonin on vascular reactivity, catecholamine levels and blood pressure in healthy men.
AmJCardiol 1999;83:1417-1419.

221. Nicolau GY, Haus E, Bogdan C, Plinga L, Robu E, Ungureanu E, Sackett-Lundeen L,
Petrescu E. Circannual rhythms of systolic and diastolic blood pressure in elderly subjects
and in children. Rev Roum Med Endocrinol 1986;24:97-107.

222. Nicolau GY, Haus E, Popescu M, Sackett-Lundeen L, Petrescu E. Circadian, weekly and



193

seasonal variations in cardiac mortality, blood pressure and catecholamine excretion.
Chronobiology International 1991 ;8:149-159.

223. Lakatua DJ, Nicolau GY, Bogdan C, Plinga L, Jachimowitz A, Sackett-Lundeen L,
Petrescu E. Chronobiology of catecholamine excretion in different age groups. In:
Advances in Chronobiology, Part B. Alan R. Liss Inc 1987;31-50.

224. Haen E, Langenmayer I, Pangerl A. Circannual variation in the expression of beta-2-
adrenoceptors in human peripheral mononuclear leukocytes. Klin Wscher 1988;66:
579-582.

225. Veldhuis JD, Iranmanesh A, Mulligan T, Bowers CY. Mechanisms of conjoint failure of
the somatotropic and gonadal axes in ageing man. In: Chadwick DJ, Goode JA, editors.
Endocrine Facets of Ageing. Novartis Foundation Symposium 242. Chichester, West
Sussex, England: John Wiley & Sons; 2002:98-124.

226. Touitou Y, Bogdan A, Reinberg A, Haus E. Les rythmes annuels endocriniens chez
l'homme. Path Biol 1996;44:654-665.

227. Haus E, Touitou Y. Chronobiology of Development and Aging. In: Redfern PH, Lemmer
Bj, editors. Physiology and Pharmacology of Biologic Rhythms. New York: Springer;
1997;95-134.



This page is intentionally left blank



The Neuroendocrine Immune Network in Ageing \ 95
Edited by R.H. Straub and E. Mocchegiani
© 2004 Elsevier B.V. All rights reserved

Melatonin Rhythms, Melatonin Supplementation and Sleep
in Old Age

RIXT F. RIEMERSMA, CAROLINE A.M. MATTHEIJ, DICK F. SWAAB and
EUS J.W. VAN SOMEREN

Netherlands Institute for Brain Research, Amsterdam, and VU University Medical Center,
The Netherlands

ABSTRACT

The circadian timing system (CTS) allows organisms on earth to synchronize internal rhythms
to the environmental 24-hour light-dark cycle and anticipate the body on the forthcoming period
of either activity or rest. The central pacemaker of the CTS is the hypothalamic suprachiasmatic
nucleus (SCN) regulating most, if not all, circadian rhythms in the body. The plasticity of this
system at old age is the subject of this review, with special regard to its major internal stimulus,
the pineal hormone melatonin.

The circadian rhythm in melatonin production is regulated by the SCN and results in low
daytime circulating levels of melatonin and an increase of circulating melatonin after darkness
onset. This rhythm, like other circadian rhythms, is attenuated in elderly subjects. The relation
between the age-related change in melatonin levels and sleep is discussed in this paper.

Based on the hypothesis that there is a relationship between the increased prevalence of sleep-
disturbances and decreased melatonin levels in elderly, several studies have been performed to
investigate the effect of exogenous melatonin supplementation on sleep in elderly and demented
subjects. An overview of these findings is presented and the various results are discussed.

1. INTRODUCTION

All living organisms on earth are exposed to the daily environmental 24-hour light-dark cycle.
The circadian timing system (CTS) is able to synchronize an organism's internal rhythm to
that of the environment, to allow the body to anticipate the coming period and to function with
maximum efficiency in the given environmental situation. In humans this means that the body is
prepared to waken before the light period, and to exhibit optimum physical and mental perform-
ance during the day. In the evening the body gets ready for the resting period.

The central coordinating pacemaker of the CTS in mammals is located in the suprachiasmatic
nucleus (SCN), situated bilaterally in the anterior hypothalamus, on top of the optic chiasm.
The SCN regulates circadian rhythms in body temperature, hormone levels and rest-activity
cycle. By receiving environmental stimuli, the so-called Zeitgebers, the SCN synchronizes these
rhythms to the 24-hour environmental light-dark cycle. In the absence of Zeitgebers the rhythms



196

generated by the SCN will deviate from the exact 24-hour cycle. The CTS is a flexible system
that can adapt to a new light-dark regimen after crossing several time zones.

The functional plasticity of the CTS at old age is the subject of this review. We will focus on
a major internal stimulus for the CTS, the pineal hormone melatonin, which is endogenously
present as a circadian modulator, but may be supplemented exogenously as well. Other effective
stimuli, like bright light, temperature, physical activity and transcutaneous nerve stimulation
(TENS) have been reviewed previously [1—6].

In the framework of the question to what extent the CTS and its plasticity are maintained at
high age, especially in humans, the following points are subsequently discussed (1) the organi-
zation of the CTS, including the pineal gland, (2) age-related changes of the CTS, especially
in relation to melatonin synthesis in the pineal gland (3) functional implications of weak or
disturbed circadian rhythms, (4) interactions of the pineal melatonin synthesis with drugs fre-
quently used by elderly people and (5) the supplementation of melatonin and its consequences
for the CTS.

2. THE CIRCADIAN TIMING SYSTEM

2.1. Structure of the suprachiasmatic nucleus

The suprachiasmatic nucleus (SCN) is a bilateral structure that is the central pacemaker of the
circadian timing system (CTS) and regulates most, if not all, circadian rhythms in the body.
Within the SCN several types of peptidergic neurons are found, such as vasopressin (AVP),
vasoactive intestinal polypeptide (VIP), neuropeptide Y (NPY) and neurotensin (NT), that each
have a specific distribution. The vasopressinergic subnucleus has a volume of 0.25 mm3per side.
The synthesis of vasopressin in the SCN shows both a circadian and seasonal rhythm [7].

2.2. Input to the suprachiasmatic nucleus

From the inputs the SCN receives, environmental light is the most effective one and is of direct
and indirect importance for the melatonin production and rhythm (see further in this paper).
The SCN receives information about the environmental light-dark cycle by a direct projection
through the retinohypothalamic tract (RHT) [8], for which glutamate and pituitary adenylate
cyclase-activating polypeptide (PACAP) are at present the most likely transmitters [9]. Photope-
riodic information from the environment is mediated by melanopsin-containing retinal ganglion
cells projecting via the RHT to the SCN [10] (see Figure 1).

In addition to the retinohypothalamic input, the SCN also receives inputs from other hypotha-
lamic nuclei, the raphe nuclei, locus coeruleus, limbic forebrain, and from the hormonal milieu
[11].

2.3. Output of the suprachiasmatic nucleus innervating the pineal gland

Both the acute suppression of melatonin by environmental light and the circadian modulation
of the melatonin level are mediated by the SCN. The SCN-Pineal pathway has been elegantly
confirmed by the use of the transneural pseudorabies viral tracer (PRV) [12]. PRV was injected
into the pineal gland and labeling was subsequently found in the superior cervical ganglion
(SCG), the intermediolateral column of the upper thoracic cord (IML), the autonomic divi-



197

Figure 1. Schematic drawing of that part of the circadian timing system involved in the circadian regulation of mela-

tonin.

Abbreviations: RHT=retinohypothalamic tract, Glu=glutamate, PACAP= pituitary adenylate

cyclase-activating polypeptide, SCN=suprachiasmatic nucleus, GABA=gamma-aminobutyric

acid, PVN=paraventricular nucleus, SCG=superior cervical ganglion, NA=noradrenalin,

NPY=neuropeptide Y

sion of the paraventricular nucleus (PVN), and the SCN. The majority of labeled neurons was
found in the dorsomedial position of the SCN. Confocal laser scanning microscopy showed
SCN neurons to be double-labeled for PRV and AVP and PRV and VIP. Removal of the SCG
resulted in complete absence of the tracer in the SCN - pineal pathway, but not in the pineal
gland. Control of the circadian variation of sympathetic input to the pineal is mediated by two
signals from the SCN to the PVN, most likely a continuous stimulatory glutaminergic input
and a rhythmic inhibitory GABA-ergic input. Without SCN input, a basic stimulatory effect on
the pineal gland is maintained by the PVN, which is normally suppressed by the SCN during
the light period and enhanced by the SCN during the dark period [13]. The neurotransmitters
involved in the pathway from the PVN to the IML, and further from the IML to the SCG, are
still unknown [14]. The direct inhibiting effect of nocturnal ocular light on melatonin levels is a
result of the inhibition of N-acetyltransferase (NAT) activity (see following section) in the pineal
gland [15,16]. In rats, this light-induced inhibition of nocturnal melatonin release is completely
prevented by the administration of a GABA-antagonist to the hypothalamic projection areas
of the SCN [14]. Within one hour, nocturnal light exposure results in a decrease of melatonin
levels. The rate of decline corresponds to the half-life time of melatonin [16], which means that
there is a direct effect of light on the production of melatonin. Figure 1 shows schematically
the connections between environmental light, the SCN and the pineal gland. For further details
about the output pathways of the mammalian suprachiasmatic nucleus we refer to the review of
Kalsbeek and Buijs [17]. In humans, the light-induced inhibition of nocturnal melatonin release
is fully dependent on light that falls on the eyes, and supposedly mediated by the consequent
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Figure 2. Subsequent steps of melatonm production in the pinealocyte.

retinal signal that reaches the SCN. Since the publication of Campbell et al. in 1998 [18], in
which it was stated that extra-ocular light, administered behind the knees, could phase-shift the
melatonin rhythm, several researchers have tried to replicate this finding, but without success.
Neither did anyone find a suppression of melatonin by extra-ocular light [19,20].

2.4. The pineal gland and its main hormone melatonin

This neuro-endocrine gland is present in many different species, among which all mammals.
In humans the pineal gland is localized in the midline of the brain at the posterior level of the
third ventricle. The hormone melatonin is the primary product of the pineal gland. Melatonin is
synthesized of tryptophan (TRP) [cf. 15]. The subsequent steps are as follows. First, tryptophan
hydroxylase (TH) catalyzes the conversion from TRP into 5-hydroxytryptophan (5-HTP). The
subsequent oxidation of 5-HTP into 5-HT (serotonin) is catalyzed by 5-HTP-decarboxylase. 5-
HT is then N-acetylated by NAT into N-actylserotonin (NAS). NAT is considered the rate-limit-
ing enzyme. Finally hydroxyindol-O-methyltransferase (HIOMT) catalyzes the O-methylation
of NAS to form melatonin (N-acetyl-5-methoxytryptamine). These steps are summarized in
Figure 2.

The pineal gland is innervated by several neural pathways, as recently reviewed by Moller
and Baeres [cf. 21], among which the sympathetic fibres are the most important ones for the
circadian regulation of melatonin production. These fibres contain noradrenalin and NPY [cf.
21]. Noradrenalin, by stimulation of (i-adrenergic receptors, leads to an increase in NAT [cf.
22]. In addition to the sympathetic innervation via the superior cervical ganglion, by which the
SCN regulates its circadian rhythm, the pineal gland is innervated by fibres of parasympathetic
nerves, nerves from the trigeminal ganglion, and nerves originating from the brain, entering the
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pineal gland via the pineal stalk, also called the central innervation [21].
In both nocturnal and diurnal animals, the production of melatonin shows a circadian pattern

with high levels after the onset of darkness, and low levels during the light period of the day
[23]. The circadian pattern in melatonin levels can be monitored directly, either in serum or
saliva, or indirectly, by measuring its main metabolite 6-sulfatoxy melatonin in urine. Especially
measurements in saliva are of interest for studies in elderly subjects and demented patients, and
in field studies. Saliva sampling is relatively easy and non-invasive, and the correlation with
plasma melatonin levels is strong [24]. The dim-light melatonin onset (DLMO) determines the
time point at which melatonin starts to rise and rises above a certain threshold. This threshold
can be defined in different ways. The DLMO for serum melatonin levels can be defined as the
interpolated crossing of the 10 pg/ml threshold during its rise [25]. Other definitions use the
time point at which the curve crosses 25% of the peak level [26,27], or the time when the curve
exceeds a level calculated from the mean plus two standard deviations of samples at 19:00, 19:
30 and 20:00 h [28].

Its high lipophilicity allows melatonin to diffuse from the pineal into the surrounding tissue
with ease and to enter into the bloodstream or the cerebrospinal fluid (CSF). For a long time it
has been presumed that melatonin enters the CSF via the bloodstream. Recent studies in sheep,
however, indicate that melatonin may also enter the CSF directly from the pineal gland [29].

2.5. Melatonin function and sites of action

Melatonin conveys photoperiodic information and thus informs the circadian timing system
about the time of day and season [cf. 15,23].

Three pharmacologically distinct melatonin binding sites have been described, the MT-1,
MT-2 and MT-3 receptors [cf. 30], of which the MT-1 [31] and MT-2 are G-protein coupled
receptors [32], and the MT-3 receptor [33] belongs to the family of quinone reductases. There is
an abundant expression of melatonin receptors in the SCN [34]. In rat, the expression of MT-1
mRNA in the SCN exhibits a circadian variation [35], with the highest levels in the early day-
and early nighttime periods. The specific binding of melatonin in the SCN of rat is significantly
lower during the dark period compared to the light period. This difference disappears in constant
darkness [35]. Melatonin decreases the frequency of the spontaneous electrical activity in cul-
tured rat SCN explants [cf. 36]

3. AGE-RELATED CHANGES IN THE CIRCADIAN TIMING SYSTEM

3.1. Age-related changes in the suprachiasmatic nucleus

In post-mortem studies of the ageing human SCN, the circadian rhythm that was found in young
adults in the number of AVP-expressing neurons according to clock-time of death disappeared
after the age of 50 years. Also the seasonal fluctuation in AVP-expressing neurons disappeared
in the group of elderly subjects. Furthermore, a decline in the number of arginine vasopressin
(AVP) expressing neurons was found in subjects over the age of 80 years and even more so, and
at a younger age, in Alzheimer patients [cf. 7]. There was also a decrease in the amount of AVP-
mRNA in the SCN of Alzheimer patients [37]. The number of VIP-expressing neurons declined
only in male subjects and not in female subjects [38].
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Table I Changes of melatonin with age.

Research group

Iguichietal. 1982 [42]
Sacketal. 1986 [47]
Nairetal. 1986 [43]
Sharmaetal. 1989 [48]
Touitouetal. 1984 [58]

Ferrari et al. 1993 [44]
Mishimaetal. 1994 [45]
Zhdanovaetal. 1998 [50]
Waldhauseretal. 1988 [52]
Rodenbecketal. 1998 [46]

Zeitzeretal. 1999 [53]
Kennaway et al. 1999 [51]

phase

delay
delay
advance

no change
advance

advance

peak level

decrease

decrease
decrease
decrease

decrease
decrease
decrease
decrease
decrease

no change
decrease (until
the age of 30)

mean

decrease

decrease
decrease

decrease
decrease

overall
production

decrease
decrease
decrease

decrease

decrease
decrease

no change

daytime
melatonin level

decrease

low

no change

inter-individual
variability

higher

higher
(according to
the st. dev.)

3.2. Age-related changes in melatonin levels, amplitude and rhythmicity

Age-related changes have been demonstrated throughout the melatonin system, i.e. at the
structural level in the pineal gland itself, in the total production level and in the rhythmicity of
melatonin levels. Kunz et al. [39] described an increase of the calcified portion of the pineal and
suggested the consequent decrease in uncalcified pineal tissue to be responsible for a decrease
in aMT6s excretion levels. A post-mortem study showed that, by comparing the pineal glands
of subjects that died young (age range 18-54 years) with those of subjects that died at old age
(age range 55-92 years), the daily variation in melatonin levels disappears with ageing [40]. The
number of beta-adrenergic receptors in the pinealocyte membrane, important for the sympa-
thetic innervation that regulates the circadian rhythmicity of the melatonin production, decreases
with age, as does the responsiveness to norepinephrine [41].

A general finding in elderly people is that the nocturnal peak level is attenuated [42-50],
resulting in a decrease in the amplitude of the melatonin rhythm (see Table I for an overview of
different studies on this topic). This decrease may occur very early in the process of develop-
ment and ageing. Kennaway [51] found the age-related decrease in urinary excretion of aMT6S,
the main metabolite of melatonin, to occur already before the age of 30 years. Waldhauser et
al. [52] also found the strongest decline of serum melatonin levels before the age of 20 years.
No further decline was found between 20 and 70 years; only after the age of 70 years night-
time levels were lower compared to the younger adult groups. Zeitzer et al. [53] did not find an
age-related decline in plasma melatonin levels. One reason for this could be that they included
only extremely healthy people in their study. Another reason, suggested by Touitou [54], is
the fact that Zeitzer et al. used a constant routine protocol, whereas in other studies subjects
remained in their usual living environment. The importance of the illumination levels in the
habitual environment has been demonstrated by Mishima et al. [55], who compared groups
of young adults, elderly insomniacs and elderly people without sleep-complaints. They found
significantly smaller amplitude of the melatonin rhythm in both groups of elderly subjects. An
interesting finding then was that the supplementation of midday bright light (2500 lux) in the
elderly insomniacs resulted in an increase of the melatonin amplitude to levels comparable with
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those in young adults [55]. Unfortunately this effect was not tested for the elderly subjects
without sleep complaints. The importance of sufficient daytime bright light for the melatonin
rhythm was also shown by Baskett et al. [56], who compared a group of hospitalized elderly
with a community-based group of elderly. They found an attenuated daytime suppression of
melatonin levels in the hospitalized group, together with more variable nighttime melatonin
levels. Indeed, such an age-related increase of daytime melatonin level has often been reported
in addition to the decrease in nocturnal level, as reviewed in Van Someren et al. [5]. In a study of
Ohashi et al. [57], both demented and non-demented hospitalized psychiatric patients showed an
increase of daytime melatonin levels compared to a group of non-hospitalized elderly subjects.
Two hours of morning bright light (3000 lux) decreased daytime melatonin only in psychiatric
non-demented elderly, but did not affect daytime melatonin in the demented group. In relation to
this, the season might be an important variable to be taken into account when studying circadian
rhythms. Whereas the decrease in amplitude is the most consistent finding on the melatonin
rhythm in elderly, some studies have reported a change in the circadian phase of the melatonin
rhythm. On this point the findings are less consistent: some studies reported a phase advance
[46,50,58] while others found a phase delay [43,48].

4. FUNCTIONAL IMPLICATIONS OF WEAK OR DISTURBED CIRCADIAN
RHYTHMS

An extensive review on the implications of weak or disturbed circadian rhythms was recently
given by Van Someren [5]. Disturbed circadian rhythms appear to have negative effects on the
impact of cardiovascular diseases, mood and cognition. In the present paper we will focus on the
effect of changes in melatonin levels.

The relation between melatonin levels and sleep disturbances is not entirely clear. The knowl-
edge that melatonin levels are decreased in elderly subjects, and that the prevalence of sleep
disturbances is increased in this group [59], has led to the expectation that there would be a
relation between melatonin levels and sleep. Although Haimov et al. [60] found a difference in
melatonin levels between elderly insomniacs and elderly without sleep problems, others were
unable to confirm this observation, either for melatonin levels, or for its metabolite aMT6S, and
sleep parameters [61-64]. Although there is thus not a clear cut relationship between decreased
melatonin levels and sleep, there might be a relation between sleep disturbances and the cir-
cadian period of the melatonin rhythm. Kripke et al. [61] reported that elderly volunteers with
more deviant acrophases of aMT6S slept fewer hours and had more wake time within the sleep
period.

5. INTERACTIONS WITH DRUGS FREQUENTLY USED BY ELDERLY

Several studies have addressed the influence of sympathetic agonists and antagonists on mela-
tonin production. Hurlbut et al. [65], for example, investigated the influence of (J-agonists and
a- and (3-antagonists on NAT and melatonin levels in Richardson's ground squirrels. They
found that isoproterenol, a p-receptor agonist, stimulated both pineal NAT activity and pineal
melatonin content; phentolamine, an a-blocker, partially blocked the rise of NAT. Propranolol,
a pVblocker, totally blocked this rise. Melatonin synthesis was not influenced by phentolamine,
but administration of propranolol prevented the rise of melatonin during the night. This means
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that NAT activity is under the influence of both a and (3 innervation, while melatonin production
is under the influence of (i-innervation only.

The study of Stoschitzky et al. [66] is interesting in this context, because they investigated
the influence of the beta-blocking (S)-enantiomers, and also the non-blocking (R)-enantiomers
of propranolol and atenolol in humans. Enantiomers are two related molecules with a different
conformation, so that one of them (the S-enantiomer) can bind to a receptor and thus act as an
agonist, while the other (R-enantiomer) one cannot bind to the receptor because of its different
conformation, and can thus act as a placebo. They found that the (S)-enantiomers decreased the
nocturnal excretion of aMT6s, whereas the (R)-enantiomers had no effect. The use of enantiom-
ers makes sure that the p-blocking effect is responsible for the decreased excretion of aMT6s,
and thus melatonin production, rather than an unspecific effect of pVblockers.

The role of GABA is an important one. Especially since sleep disturbances are often treated
with benzodiazepines, which bind to the GABA receptor. In the pineal, the release of GABA is
triggered by noradrenalin, through al-adrenergic receptors. The effects of GABA are generally
inhibitory to the noradrenalin-induced NAT activity, and thus to melatonin production. There
is also feedback from GABA to the sympathetic fibres. Pre-synaptically, GABA acts on type A
and B receptors, which appear to have opposite functions, respectively facilitating and inhibiting
noradrenalin release. The inhibitory function dominates. This circuit offers resistance to the pas-
sage of information to the pineal, leading to more balanced responses [cf. 67].

GABA receptors have a number of binding sites for clinically important drugs. Benzodi-
azepines bind to the GABA-receptor complex and enhance its sensitivity for GABA. In the
pineal, the acute and chronic administration of the benzodiazepine diazepam inhibits NAT activ-
ity in the rat pineal gland [68], and decreases the content of NAS and melatonin [69]. Chronic
administration of diazepam resulted also in decreased nocturnal plasma levels of melatonin.
Benzodiazepines may not only directly affect the melatonin rhythm by acting on the pineal
innervation, but also by altering the level of activity and consequently the phase and period of the
central pacemaker in the suprachiasmatic nucleus [70,71 ] which is responsible for the melatonin
rhythm.

6. MELATONIN SUPPLEMENTATION AND CONSEQUENCES FOR THE
ORCADIAN TIMING SYSTEM

6.1. Pharmacokinetics

Melatonin is quickly absorbed and quickly excreted. Metabolisation takes place in the liver,
where 70% is converted in 6-sulphatoxy melatonin (aMT6S). All metabolites are excreted by the
kidneys. The half-life time of melatonin varies between 10 and 40 minutes [cf. 15].

Fourtillan et al. [72] described the biological availability of D7 melatonin (melatonin with
seven hydrogen atoms replaced by seven deuterium atoms) administered intravenously (i.v.) or
orally to twelve young healthy volunteers. Following i.v. administration of 23 |a.g D7 melatonin,
a large difference in peak levels was seen for males and females (mean peak level was 124.8
± 32.8 pg/ml for males and 169.0 ± 29.6 pg/ml for females). After oral administration of 250
(Xg melatonin, melatonin was rapidly absorbed with a mean maximum absorption time of 23
minutes for both males and females. Here, the mean peak levels were almost three times higher
for females than males (243.7 + 124.6 pg/ml for males and 623.107 + 575.1 pg/ml for females).
The fraction of melatonin systemically absorbed ranged from 1 to 37% (mean values were 8.6 ±
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3.6% for males versus 16.8+ 12.7% for females). Alow bioavailability can either be due to poor
oral absorption, a large first pass effect, or a combination of the two.

In addition to the individual and sex-related differences in pharmacokinetics, Zhdanova [50]
further reported an increased variance in serum melatonin levels in elderly subjects as compared
to young adults after the ingestion of 0.3 mg melatonin.

6.2. Clinical studies on the effects of exogenous melatonin on sleep in the elderly

In Table II an overview is presented of randomized placebo-controlled studies on the effect of
melatonin on sleep, performed in elderly.

The two most recent studies, by Serfaty et al. [73] and Baskett et al. [64], did not show a thera-
peutic effect on actigraphically derived parameters of sleep quality, with the only exception that
Baskett found a significant decrease in awakenings in a group of normal sleepers. Serfaty et al.
investigated the effect of melatonin on sleep in demented elderly patients without further speci-
fication of a clinical diagnosis. Since dementia can be caused by various underlying diseases,
this might be a very heterogeneous group of subjects, and a possible effect in a specific disease
group might therefore have been missed. Another factor that could play a role in the negative
results in the study of Serfaty et al. is the choice of the outcome measures. The actigraphical
parameters tested in the study of Serfaty are the median total time asleep, median number of
awakenings, and sleep efficiency. Van Someren [74] reported on the improved sensitivity to the
effect of bright light therapy on rest-activity rhythms in Alzheimer patients, and demonstrated
that the light-induced improvement in coupling of the rest-activity rhythm to the environmental
Zeitgeber of bright light is better detected using nonparametric procedures. Worthwhile to men-
tion in this respect is also the finding by Serfaty and co-workers [73] that the carers' reports of
sleep problems in demented elderly were not consistent with the objective evidence as obtained
by actigrapy. This means that data collected through logs kept by carers should be interpreted
with caution.

Baskett et al. [64] looked at elderly insomniacs and normal sleeping elderly, as was also done
by Haimov et al. [60] and Zhdanova et al. [63]. Beside differences in dosage, Baskett et al.
studied a period of 4 weeks of active treatment, whereas both other studies looked for the effect
of only 1 week of active treatment. To measure sleep quality, Haimov and Baskett both made
use of actigraphy to measure sleep quality. Haimov found an improvement of sleep efficiency
and activity level after 1 week of daily ingestion of 2 mg sustained release melatonin, and a
shorter sleep latency after 1 week of daily ingestion of 2 mg fast release melatonin. Baskett
found neither an improvement in sleep efficiency, nor in sleep latency after 4 weeks of daily
administration of 5 mg melatonin. Zhdanova did show an improvement of sleep efficiency,
using polysomnography to measure sleep quality. However, Hughes [27], also using PSG as the
outcome measure, found no change in sleep-efficiency. Three studies reported an improvement
in sleep latency [27,75,76] without improvement of total sleep time, except for Garfinkel [77],
who studied elderly insomniacs using benzodiazepines. In a later study they reported on the
ability of melatonin to facilitate discontinuation of benzodiazepine use. Andrade [78] found that
melatonin in medically ill hospitalized patients improved their self-rated sleep quality. Objective
parameters were not tested in this study.

In general, this overview shows that the various publications show distinct results on the effect
of melatonin on sleep in elderly subjects. It is therefore hard to draw any definite conclusions at
this moment.



Table II Randomized placebo-controlled studies on the effect of exogenous melatonin on circadian disturbances in the elderly.

Research group

Garfinkel et al.
1995 [79]

Haimov et al.
1995 [60]

Garfinkel et al.
1997 [75]

Hughes et al.
1998 [27]

Jean Louis et al.
1998 [76]

Number of
subjects

12

51

21

16

10

Subject specification

Elderly insomniacs

Normal sleeping elderly
(n=25) and elderly
insomniacs (n=26)*

Benzodiazepine treated
elderly insomniacs

Elderly insomniacs

Elderly insomniacs with
MCI

Duration of
active treatment

Three weeks

One week (each
type of tablet)

Three weeks

Two weeks

Ten days

Dosage

2 mg controlled
release

2 mg sustained-
release (S-r) or 2
mg fast-release (F-
r)

2 mg controlled
release

0.5 mg immediate
release or 0.5 mg
controlled-release

6 mg

Time of
suppletion

Two hours before
desired bedtime

Two hours before
desired bedtime

Two hours before
desired bedtime

Thirty minutes
before fixed
bedtime and/or 4
hours after
bedtime

Two hours before
bedtime

Main outcome

AG measured improvement
of sleep efficiency and
wake-after sleep onset
period, trend to shorter sleep
latency, no effect on total
sleep time

AG measured improvement
of sleep efficiency and
activity level (S-r) or shorter
sleep latency (F-r)

AG measured improvement
of sleep latency, wake-after
sleep onset period, total
sleep time, fragmental index
and number of awakenings

PSG measured decrease of
sleep-latency, no effect on
PSG measured sleep
efficiency or total sleep time
and actigraphically measured
parameters or subjective
ratings of sleep quality

AG measured improvement
of sleep latency, circadian
amplitude, transition from
sleep to wakefulness, no
effect on total sleep time and
wake time after sleep onset,
improvement of mood and
delayed recall

Side effects

Self limiting
pruritus in one
subject in both
placebo and
melatonin treated
group

No side effects
reported

No side effects
reported

No side effects
reported

No side effects
reported

2



Research group

Garfinkel et al.
1999 [77]

Andrade et al.
2001 [78]

Zhdanova et al.
2001 [63]

Serfaty et al.
2002 [73]

Baskett et al.
2003 [64]

Number of
subjects

34

33

30

44

40

Subject specification

Benzodiazepine treated
elderly insomniacs

Medically ill subjects

Both normal sleeping
elderly (n=15) and elderly
insomniacs (n=15)

Demented elderly

Normal sleeping elderly
(n=20) and elderly
insomniacs (n=20)

Duration of
active treatment

Six weeks

8-16 days

One week (each
dosage)

Two weeks

Four weeks

Dosage

2 mg controlled
release

Flexible dose
regimen

0.1 mg, 0.3 mgor
3 ing

6 mg slow-release

5 mg

Time of
suppletion

Two hours before
bedtime

At night

Half an hour
before fixed
bedtime

Usual bedtime

At bedtime

Main outcome

Facilitation of
discontinuation of
benzodiazepine use

Improvement of self rated
time to fall asleep, sleep
quality, sleep depth,
freshness on awakening

PSG measured increase of
sleep-efficiency, with the
best effect after ingestion of
0.3 mg in the insomniac
group, no effect in normal
sleepers

No therapeutic effect on
either AG derived sleep-
parameters nor subjective
measures of sleep quality

Lower number of
awakenings in normal
sleepers, further no
therapeutic effect on AG
measured parameters of
sleep-quality

Side effects

Headache in two
subjects treated
with melatonin
and one treated
with placebo

No side effects
reported

3 mg dose lowered
significantly core
body temperature

No side effects
reported

Excessive
drowsiness in one
person only in
melatonin
condition, in
another person
both in melatonin
and placebo
condition

Abbreviations: PSG=polysomnographically, AG=actigraphically, MCI=mild cognitive impairment

* Of the insomniacs 8 where living independently and 18 where institutionalized elderly.

O
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6.3. Adverse effects and dosage

The studies mentioned in Table II did not report any serious side-effects of melatonin. Only self-
limiting pruritus [79], headache and excessive drowsiness [64] were reported.

Various dosages have been studied (see Table II). Zhdanova et al. [63], who studied 0.1 mg,
0.3 mg and 3 mg melatonin found an effect of all three dosages on sleep efficiency in elderly
insomniacs, but the best effect was observed after the ingestion of 0.3 mg. This dosage resulted
in physiological plasma levels of melatonin, whereas the ingestion of 3 mg melatonin not only
resulted in pharmacological plasma melatonin levels but also in a significant decrease in core
body temperature.

7. CONCLUSIVE REMARKS

In spite of the effort that has been made in studying the efficacy of melatonin on sleep distur-
bances in the elderly, still no clear conclusions can be drawn.

Since multiple factors influence circadian rhythmicity, conditions that resulted in clear effects
in a laboratory setting might be less effective in a natural setting, where the effect of melatonin
is counteracted by other factors influencing the circadian timing system. It seems possible - and
may be preferable - to stimulate the endogenous production of melatonin rather than to increase
melatonin levels by the supplementation of exogenous melatonin. The studies of Mishima et al.,
Ohashi et al. and Baskett et al. [55-57] suggest that sufficient daytime bright light will increase
night-time melatonin levels and attenuate day-time melatonin levels, and thus improve the cir-
cadian rhythmicity of circulating endogenous melatonin. This also means that the season is an
important variable in studies regarding melatonin rhythmicity.

It is clear that changes in the circadian system occur with ageing, both at the side of input from
the environment as in the endogenous parameters that inform us about the functioning of the
SCN. It is also clear that this system is still susceptible to an increased input of the appropriate
stimuli and shows flexibility to changes according to the level of input of these stimuli.

Only Zeitzer et al. [53] did not show changes in the peak level of melatonin of a group of very
healthy elderly. It would be interesting to know wether the few older subjects that still show a
clear circadian rhythm in melatonin levels belong to the subgroup of successful ageing, and if
so, what the exact role of melatonin might be in the process of ageing. In that case melatonin
supplementation might also be considered as one of the strategies to influence the process of
ageing e.g. by acting as an anti-oxidant or immune stimulant [cf. 80].

As concluded by Olde Rikkert in 2001 [81], there is the need for larger studies before wide-
spread use of melatonin in sleep disorders can be advocated. These studies should have the
power to distinguish patient characteristics as co-variates in the analysis of a therapeutic effect of
melatonin, in order to see which subgroup of patients can be expected to show a positive effect of
melatonin and which cannot. We hope to answer a number of these questions in the near future,
when our 3.5-year follow-up study on the effect of bright light, melatonin or a combination of
the two on sleep, mood, behavior, and cognition in demented elderly will be finished.
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ABSTRACT

Ageing is accompanied by significant modifications of the cardiovascular system both, structural
and functional. Various components of the ANS may be differentially and selectively affected.
Considering the ANS control of the heart there is a decrease of cardiovagal modulation with
increasing age indicated by a decrease of cardiovagally mediated indices of heart rate variability
(HRV) during rest and also during various provocative maneuvers. Sympathetic outflow to the
heart is elevated, however, it is not well transformed into a correspondingly enhanced end-organ
response of the heart because of a decrease of a-and 6-adrenergic receptor potency. Orthostatic
dysregulation is common in the elderly due to several reasons; one major point is that the barore-
flexes are impaired with increasing age.

1. INFLUENCE OF AGE ON AUTONOMIC NERVOUS SYSTEM (ANS) FUNCTION:
METHODOLOGICAL ASPECTS AND LIMITATIONS

Although general consensus exists that the ANS is universally affected by age, controversial
findings have appeared regarding the effects of the ageing process on defined, individual aspects
of ANS function. This is due in part to considerable differences between the cohorts studied: not
only do genetic, cultural and psychosocial factors significantly influence ANS function, but also
other lifestyle factors such as smoking, alcohol consumption and body weight have an effect.
To name one example, an increase in blood pressure with ageing occurs in Western societies
but less often or not at all in developing societies [1]. Another major problem in the approach
to the biology of ANS ageing is differentiating truly age-dependent alterations from those aris-
ing from disease conditions (e.g. latent atherosclerosis, coronary heart disease, cerebrovascular
disease, metabolic disease) and / or medication. For example, it is known from autopsy studies
that over 60% of patients dying at the age of 60 or older have at least one coronary artery with
greater occlusion, and that the majority of older people with significant coronary artery disease
are asymptomatic [2]. Ultimately, misleading interpretations frequently arise with the evaluation
of age effects on the ANS when extrapolations are made on the basis of individual findings. The
age effects on the ANS, however, are in fact of an extremely complex nature that depend on the
autonomic feedback system under consideration, the level of the autonomic neuroaxis, and the
end-organ tissue, each of which may be differentially and selectively affected. For example,
there is convincing evidence that plasma norepinephrine (NE) levels increase with ageing [3-6].
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Plasma NE arises from sympathetic postganglionic nerve terminals and is affected by the rate of
NE secretion and clearance [7]. Some investigators have concluded that sympathetic function in
general increases with ageing [8] without taking into consideration the age-related changes in
preganglionic neurons, baroreceptor reflexes and effector organ function. Such an oversimpli-
fication may lead to misinterpretations as the following examples illustrate: with preganglionic
sympathetic innervation, a progressive reduction in the number of preganglionic sympathetic
neurons of the intermediolateral cell column occurs that starts in adult life [9-11]. Concerning
postganglionic sympathetic activity, ageing was found to be associated with an elevated car-
diac NE spillover rate, a higher muscle sympathetic nerve activity (MSNA), and a reduction in
overall heart rate variability, especially regarding the spectral low frequency (LF) power [12].
The microneurographically measured MSNA is the most direct measure of peripheral, postgan-
glionic sympathetic nerve activity. Cardiac NE spillover is related to both sympathetic nerve
firing and electrochemical coupling of the neural signal to the heart. The LFHR-power reflects
the sympathetic and parasympathetic modulation of heart rate [13]. Even though ageing was
associated with an elevation of sympathetic outflow to the heart, such an increase in sympathetic
nerve activity was obviously not transformed into an enhanced functional end-organ response,
since the LFHR-power did not reveal the expected increase, but instead a significant reduction
with increasing age [12]. This pattern of findings can be understood if one considers that with
increasing age a desensitization of beta-adrenoreceptors occurs as well as an impairment of post-
receptor signal transduction [14,15]. The example presented emphasizes that various parameters
of sympathetic nerve activity such as HRV indices (LF-power, low to high frequency ratio),
MSNA or plasma NE describe different aspects of efferent sympathetic nerve activity. In other
words: the MSNA recorded by microneurographic measurements of postganglionic efferents that
innervate the skeletal muscle with nerve fibers does not necessarily correspond with the firing
rate of cardiac sympathetic nerve fibers [16]. Also, the LF-power reflects the sum of all the
physiological effects that determine the sympathetic nerve activity at the heart; accordingly, this
is modified not only by the firing rate of sympathetic neurons, but also by their electrochemical
signal transduction, the sensitivity of adrenergic receptors and the cardiovascular reflex pattern.
Thus, any study of only single isolated aspects of ANS function might in fact misrepresent the
true relationship between autonomic nerve activity and its functional end-organ response.

The presented chapter describes the effects of age on ANS function, focusing on ANS regula-
tion of the cardiovascular system. The influence of age on the results of autonomic functional
tests that are of special interest to clinicians evaluating patients with autonomic neuropathy shall
be addressed in particular.

2. INFLUENCE OF AGE ON THE HEART AND THE BLOOD VESSELS

Structural and functional differences concerning the heart muscle, the cardiac bioelectrical
system and blood vessels exist between younger and older adults. Structural changes in the heart
include slightly increased organ weight with a certain degree of left ventricular hypertrophy;
functionally, there is a slight decrease in the early left ventricular filling rate [17]. Cell death of
the sinoatrial pacemaker cells occurs which results in a reduction in resting heart rate and the risk
of an AV-block [2]. Age-conditioned, functional alterations in cardiac function become more
manifest during exercise: the effort tachycardia is diminished and the same applies to the vari-
ous indices of myocardial contractility [18]. With increasing age there is thickening above all
of the vascular intima and media; an overall loss in distensibility results from this, which is the
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Figure 1 shows the distribution of the resting heart rate (5-minute short term HRV recordings) separated by age and

gender. The upper and lower boundaries of the boxes represent the upper and lower quartiles. The box length is the

interquartile distance. The line inside the box identifies the group median. The lines emanating from each box extend to

the smallest and largest observations less than one interquartile range from the end of the box.

most relevant consequence of ageing in the arterial system. Several important humoral factors
involved in circulatory control are affected by ageing. Ageing is accompanied by a significant
increase in plasma NE and vasopressin levels and counteractively by an attenuated function of
the renin-angiotensin system [18]. Ageing is associated with an increased sympathetic nervous
system outflow to the heart, gut and skeletal muscle, but not to the kidney [19-22]. However,
the responsiveness to (3-adrenergic stimuli is decreased [14,15] and this is in part compensated
by an increase in circulating catechol-amines. While on the one hand the heart rate variability is
reduced in older compared to younger adults (see also paragraph 4), the overall blood pressure
variability might be increased [18].

3. EFFECTS OF AGEING ON RESTING HEART RATE

It was rather consistently reported that the resting heart rate tends to decrease with increasing
age [23]; some studies found an inverse correlation between heart rate and age [24,25], although
most studies failed to confirm such a linear relationship [26-32]. The measured heart rate is the
sum of the intrinsic heart rate and its mutual influencing by sympathetic and parasympathetic
modulation, of which vagal influences on resting heart rate predominate in man. Since older
people show a reduced cardio-vagal modulation compared to younger adults (see paragraph
4), a higher heart rate in older people compared to younger people should in fact be expected
when considering the ANS control of heart rate. However, most studies including our own
investigations [26,32], failed to verify any increase in resting heart rate in older compared to
younger people. We believe that a reduction in intrinsic sinus node rate with ageing [24,25,33]
is responsible for this pattern of findings. Cardiac electrophysiologic studies have demonstrated
a progressive decline in sinoatrial conduction and sinus node recovery time with ageing [24].
Remarkably, a number of large studies [28,29,32,34-38] found that healthy, young and middle-
aged women had a higher heart rate compared to age-matched healthy men (Figure 1), whereby
the reason underlying this finding remains unclear. Hormonal factors were discussed as possible
causes for these sex differences in heart rate [32,39].
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Table I Summary of selected HRV-indices obtained from 5-minute HRV short term recordings.

4. EFFECTS OF AGEING ON CARDIOVAGAL HEART RATE TESTS

Preganglionic vagal motoneurons originate from the nucleus ambiguus and the dorsal vagal
nucleus. The afferent supply of these central areas originates from the nucleus of the solitary
tract (NTS), the raphe nucleus, the medullary reticular formation, the hypothalamus and the
amygdala. The activity of cardiovagal motoneurons is largely controlled by the excitatory effects
of afferent impulses from the baroreceptors that are mediated via the NTS, and the inhibitory
effects of breath activity [40] .

4.1. Short-term resting heart rate variability (HRV)

The short-term recording of resting heart rate variability (HRV) represents a non-invasive, eco-
nomic and easily carried out technique of broad applicability and which allows a sufficient quan-
titative estimation of cardiovagal and (with some restrictions) cardiac sympathetic modulation.
Practical guidelines and recommendations for the evaluation and interpretation of findings have
recently been standardized by the European Society of Cardiology for the most part [13]. One
can distinguish time- (e.g. coefficient of variation, root mean square of successive differences)
and frequency-domain HRV indices (very-low frequency, low frequency and high frequency
power); selected HRV parameters and their physiological importance are summarized in Table I.
The spectral components can be expressed either as absolute or relative values (i.e. "normalized"
with respect to the total power). Normalizing is achieved by dividing each of the spectral com-
ponents by the total power or by the total power minus the VLF component, and by multiplying
this value by 100. The latter calculation is based on the fact that the duration of analysis of the
HRV should be equivalent to 10 times the duration of the wavelength of the spectral frequency
to be measured (which for the VLF component would normally have to last 50 minutes). For
this reason interpretation of the VLF component is limited when short-term recordings of HRV
are applied [13].

There is general consensus that the high-frequency (HF) spectral components (Table I) mainly
reflect the centrally mediated, efferent vagal modulation [13,41,42]. The low-frequency (LF)

HRV parameter interpretation

time domain method
coefficient of variation (CV) reflects cardiovagal activity
root mean square of successive differences reflects cardiovagal activity
(RMSSD)

frequency donmin method
very low frequency power; VLF (0.003-0.(MHz) physiological interpretation is less clear; thermoregulatory, vascular

and other effects are discussed
low frequency power; LF (0.04-0.15 Hz) depends on sympathetic and parasympathetic modulations
high frequency power; HF (0.15-0.4 Hz) mainly reflects cardiovagal modulation
normalized (relative) spectral power percentage of LF (HF)-power as a proportion of the total power;
LFnu; HFnu mainly reflects sympathetic (LFnu), respectively, vagal (HFnu)

modulations (Q)
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spectra probably reflect both sympathetic and parasympathetic modulation [13,41,42]. Atropine
reduces both the HF as well as LF components in lying probands. The following observations
suggest a predominant role of the sympathetic nervous system in affecting the LF- (and particu-
larly the normalized LF-) component; namely 1.) that an increase in the LF component results
during mental stress [43] or orthostatic loading [44]; 2.) that a reduction in the LF component
results following beta-adrenoreceptor blockade [45], after application of the central alpha-2-
receptor antagonist clonidine [46] or after bilateral severance of the stellatum ganglion in dogs
[45,47] and; 3.) that at least with sympathetic activation a correlation could be verified between
the LF component of heart rate and the LF component of the microneurographically registered
MSNA [48,49]. On the basis of these observations, the quotient of the LF and the HF power has
been taken by most [45,46,50,51], although not all research groups [52], as an expression of the
sympathovagal balance.

Age effects on the time- and frequency-dependent parameter HRV have been evaluated in
numerous recent studies [26-32,35-39,53,54]; some newer studies and their most important
findings are summarized in Table II. The time-dependent para-meters, particularly the coef-
ficient of variation and the RMSSD decrease with age. HRV short-term recordings appear to
be particularly appropriate for evaluating frequency-dependent HRV indices [13]. Most studies
revealed consistently that with increasing age the absolute power decreases for all frequency
components and therefore also for the total power. There are inconsistent findings regarding the
age dependence of the normalized power (see Table II).

We recently applied 5-min short-term HRV recording to a large sample of 309 healthy sub-
jects aged between 18 and 77 years [32]. Recordings were performed after lying for 10 minutes.
Measurements and evaluation of findings were based on previously published guidelines [13].
We found a negative correlation between age and the RMSSD (Figure 2) and the spectral total
power (Figure 3); the latter aspect concerned the absolute VLF-, LF- as well as HF power. This
correlation was found for both sexes; the best correlation with age was found for the absolute
HF-power (r — -0.53). The normalized HF (nu)-power revealed a negative correlation with age
(Figure 4a) for both sexes; in contrast, no significant association was found between the LF(nu)-
power (Figure 4b) and age for either sex. Considering that the relative HF-power is the most reli-
able indicator of parasympathetic modulation amongst the various HRV indices obtained from
short-term recordings, the pattern of findings in our study indicates a reduction of cardiovagal
modulation with increasing age. Since there is evidence that sympathetic nervous outflow to
the heart is elevated in older subjects, one might theoretically expect an increase in the LF(nu)-
power with age. However, other components contributing to the measured LF-power are also
impeded in function with the ageing process [12]. With increasing age, for example, a decrease
in the sensitivity of adrenergic receptors occurs so that the increased sympathetic outflow is not
transformed into an enhanced end-organ response. These counteractive processes - increase in
sympathetic outflow and reduction in the sensitivity of adrenergic receptors - might produce the
net effect that no significant association can be detected between LF(nu) power and age.

Prospective studies on gender effects including HRV short-term recordings have reported
inconsistent results regarding the frequency domain HRV indices. For women compared to
men, no differences [27] or a lower LF-power have been reported [37-39]. For HF-power, no
difference [37] or an increase was observed in women [27,38,39], while for the LF/HF ratio a
reduction was observed among women [37,38]. Inconsistencies among these studies may have
arisen due to differences between study populations or analytical methods. We recently found
that women showed a lower absolute and normalized LF-power and a lower LF/HF ratio com-
pared to men [32]. There were no significant gender differences for the absolute HF-power and



Table II Summary of larger studies on the age-effects on various time- and frequency domain HRV indices (for definitions see Table I). to
to
o

author year subjects (n) age range methods major findings

Ziegleretal. 1992 n=120 15-67 years 5-min supine resting time-and frequency domain HRV-indices linearly correlated with age (normalized
power not calculated); no gender differences; no age-effects on HR

Ryanetal. 1994 n = 67 20-90 years 8-min supine resting total power, LFnu, HFnu and LF/HF lower in older compared to younger subjects;
women had higher HFnu and total power compared to men; no age-effects on HR

Liao et al. 1995 n=1984 45-64 years 2-min supine resting LF-and HF-powers inversely associated with age even after adjustment for race and
sex effects; lower LF-power in women compared to men

Jensen-Urstad et 1997 n = 101 20-69 years 24-hour Holter recording time-and frequency domain HRV indices inversely correlated with age; LF and LF/HF
al. ratio lower in women compared to men; no age-effects on HR

Stein etal. 1997 n = 60 26-76 years 24-hour Holter analysis of 14 HRV-indices; time and frequency domain HRV indices were lower in
older compared to younger men; only shorter term indices were lower in older
compared to younger women; young women had a lower LF-power compared to
young men

Umetanietal. 1998 n = 260 10-99 years 24-hour Holter recording analysis restricted to time domain HRV indices; HRV decrease with age; HR declined
with age and was higher in younger females compared to males

Ramaekers et al. 1998 n = 276 18-71 years 24-hour Holter recording time domain and frequency domain HRV indices inversely correlated with age (except:
normalized spectral powers and LF/HF ratio); LF, LFnu and LF/HF lower in women
compared to men; no age-effects on HR

Sinnreich et al. 1998 n = 294 35-65 years 5-min supine resting VLF, LF, HF, total power and RMSSD declined with age; lower LF-and higher HF-
powers in women compared to men

Kuoetal. 1999 n=1070 40-79 years 5-min supine resting inverse con-elation between age and absolute or normalized spectral powers except
HF(nu); men had higher LF(nu) and LF/HF compared to women;

slight decrease of HR with increasing age

Fagardetal. 1999 n = 424 25-89 years 15-min supine resting absolute and normalized LF and HF declined with age LF(nu) in women and LF/HF in
men; young men had higher LF- and lower HF-power compared to young women; no
age-effects on HR

Fukusaki et al. 2000 n = 373 16-69 years 5-min supine resting harmonic (HF-, LF-power) and non-harmonic components of HRV decreased with
age; no age-effects on HR

Agelinketal. 2001 n = 309 18-77 years 5-min supine resting linear decline of time-and frequency domain HRV indices with age (except LF/HF
ratio and HR); middle- aged women have lower (higher) LFnu (HFnu)-power
compared to middle aged men



Table 111 Summary of larger studies on the age-effects on heart rate responses to deep breathing.

author year subjects (n) age (range) methods major findings

Smith and Smith 1981 n = 174 16-89 years 6 breaths / min; 1 min; body E-I difference declined linearly with age, no gender differences, no age-effects on HR
position ?

Wieling et al. 1982 n = 1 3 3 10-65 years 6 breaths / min; 1 min; E-l difference declined with age
supine resting

Pfeiferetal. 1983 n = 1 0 3 19-82 years 5 breaths / min; 5 min; E-l difference linearly correlated with age
supine resting

Oikawaetal . 1985 n = 1 6 2 4—77 years 6 breaths / min; 2 min; HRV log-linear reduction with age
supine resting

Masaokaetal. 1985 n— 143 20-80 years 6 breaths / min; 1 min; E-I difference linearly declined with age
supine resting

Vitaetal . 1986 n = 70 25-71 years 6 breaths/min; 1 min; sitting E-I difference lineraly declined with age
position

O'Brien etal. 1986 n = 310 18-85 years 1 cycle; 10 sec; HRV decreased with age
body position ?

Gautschy et al. 1986 n = 1 2 0 22-92 years 6 breaths / min; 1 min; HRV decreased with age
sitting position

Loweta l . 1990 n = 1 2 2 10-83 years 8 breathing cycles; E-I difference linearly declined with age

1.3 min; supine resting

Ingalletal. 1990 n = 72 5-85 years 6 breathing cycles; 1 min; E-I difference declined with age
semisitting

Ziegleretal. 1992 n = 1 2 0 15-67years 6 breaths / min; 100 R-R E-I difference and E/I ratio declined linearly with age, no age-effects on HR
intervals; supine resting

Piha 1993 n = 224 21-80 years 6 breaths / min; duration? E/I ratio declined with age in both sexes;
supine resting no age-effects on HR; HR was higher in middle-aged women compared to men

Brauneetal. 1996 n = 1 3 7 18-85 years 6 breaths / min; duration? E-I difference declined linearly with age;
body position? no age-effects on HR

Agelinketal. 2001 n = 309 18-77 years 6 breaths / min; 100 R-R E-I difference and E/I ratio declined linearly with age;
intervals; supine resting

no gender differences

to
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Figure 2 illustrates the age-dependence of the RMSSD. HRV recordings were performed during free breathing (5-minute

supine resting study) and also over 100 consecutive R-R intervals during metronomic, deep breathing cycles (inspiration

6 sec, exspiration 4 sec).

Figure 3 shows the age dependency of the total spectra power defined as the sum of the LF, HF and VLF spectrum (see

also Table I).

the total power. When calculating normalized LF(nu)- and HF(nu)-powers, middle-aged women
showed a significantly higher relative HF-power and a significantly lower relative LF-power
compared to middle-aged men (Figure 5a,b). Our results are largely compatible with one of the
largest studies performed to date (n= 1.984) by Liao et al. [37] who also showed a reduction in
LF-power in women compared to men and no difference in the absolute HF-power (Table II).

4.2. HRV during deep respiration

This test is probably the most suitable of all classical HRV tests for evaluating parasympathetic
activity, since both afferent and efferent parts of the reflex arch are mostly vagally determined
[40]. During a respiratory cycle the maximum R-R interval during expiration (E) and the mini-
mum interval during inspiration (I) are measured; the E-I difference (R-R - R-R ) or the E-I
quotient (R-Rmix / R-Rmin) are calculated. The test results mainly depend on breath rate, breath
depth and body position [40].
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Figure 4 illustrates the relationship between age and the normalized spectral power of the HFnu (fig. 4a) and LFnu (fig.

4b) component. A significant decline with age was only found for the HF(nu) power. Since there were no gender differ-

ences in age-effects, values for both sexes were matched.

Numerous studies [26,34,55-65] have examined the influence of age on respiratory sinus
arrhythmia; selected large cohort studies are summarized in Table III. All studies involving large
cohorts of healthy subjects revealed a progressive reduction in respiratory sinus arrhythmia with
age (Table III); most studies demonstrated a linear association between age and the heart rate
responses to deep breathing given either in absolute or logarithmic values. We recently studied
the heart rate response to deep breathing in 309 healthy subjects aged between 18 and 77 years
and found no significant gender differences [32]. There was, however, a significant regression
with age for the E-I difference and the E-I ratio (Figure 6). In our study the E-I ratio, unlike the
E-I difference, was independent of the resting heart rate.

4.3. Heart rate response to standing

Changing from lying to standing is followed by an accumulation of blood in the lower limbs,
a reduction in central venous pressure, the pressure in the right atrium, and the end-diastolic
pressure in the left ventricle; stroke volume and cardiac output decrease transiently. Arterial
mean pressure in the carotid artery decreases by around 15-20 mmHg, but aortal pressure shows
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Figure 5 shows the normalized HFnu (fig. 5a) and LFnu (fig. 5b) powers with respect to age and gender. The upper and

lower boundaries of the boxes represent the upper and lower quartiles. The box length is the interquartile distance. The

line inside the box identifies the group median. The lines emanating from each box extend to the smallest and largest

observations less than one interquartile range from the end of the box. Middle-aged women had a significantly lower

LFnu- (F=8.91; p=0.003) and higher HFnu-power (F=5.61, p=0.019) compared to age-matched men (see also 32).

only a small decrease. Upon activation of the baroreceptor reflex there is a counter-regulatory
decrease in parasympathetic and an increase in sympathetic modulation together with increases
in NE levels, peripheral resistance, venous tone and heart rate [66]. Since reflex tachycardia after
orthostatic loading is masked by atropine but not propranolol, this effect is most likely accom-
plished through a reduction in vagal activity [67]. The increase in heart rate often occurs with a
maximum around the 15th heartbeat, followed by a reflex (baroreceptor mediated), overcompen-
sating bradycardia with a maximum around the 30th heartbeat (30:15 ratio). Since the length of
the R-R interval varies within certain thresholds [26], it has proved useful to define the quotient
within these limits as the R-Rmax(21^15) divided by the R-Rmin(5-25). Although the 30:15
ratio is supposed mainly to assess the vagal regulation [67], it should be considered that the phys-
iological mechanisms underlying the orthostatic reaction are affected by a complicated interplay
between baroreceptors, sympathetic and parasympathetic efferents, whereby the reflex response
is probably also modulated by interactions with the vestibular and cerebellar systems [66].



225

Figure 6 shows the age dependency of the E-I ratio defined as the maximal R-R interval length during exspiration

divided by the minimal interval length during inspiration.

Figure 7. Correlation between age and the "so-called" 30:15 ratio (defined as the quotient of the maximal inter-

val length R-R|IrM2| 45) divided by minimal interval length R-R|iiin(5,5).

A participation of the last-named structures can also be concluded from the observation that the
heart rate increases less when changing from a lying to a standing position than it does when
changing from a sitting to an upright position [68].

The 30:15 ratio shows a significant age dependence [26,34,56,60-62]. In our own study of
309 healthy subjects [32], no sex differences were observed for the 30:15 ratio, although a sig-
nificant (p < 0.001) correlation with age was seen (Figure 7). The 30:15 ratio did not depend on
resting heart rate.

4.4. Valsalva-test

The circulatory responses to the Valsalva maneuver can be subdivided into four phases [66]: after
an initial increase of blood pressure (phase 1; probably mechanically mediated) blood pressure
declines with continuing pressing due to a reduced blood return to the heart. This was followed
by an increase in heart rate (phase 2) mediated by vagal inhibition and probably also sympathetic
activation. Immediately upon termination of pressing (phase 3; sympathetically mediated) a
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short-term fall in blood pressure occurs in combination with a further increase in heart rate. In
phase 4 the sympathetically-mediated increase of blood pressure results in a baroreceptor-medi-
ated, transient reduction in heart rate due to an increase in vagal modulation. Although the reflex
bradycardia during phase 4 can largely be masked by application of atropine, and therefore the
Valsalva test is regarded as a test of cardiovagal modulation, this test in fact involves complex
interplays between several populations of afferent autonomic receptors, and between efferents
from both, the sympathetic and parasympathetic branch of the ANS [66]. Thus, the valsalva ratio
depends on the functional integrity between both sides of the ANS, and does not primarily reflect
cardiovagal modulation alone.

Age may affect these various components of the Valsalva maneuver in different ways. Most
large cohort studies [26,34,55,61,62,64,69,70], although not all [60,71], were able to verify a
reduction of the Valsalva ratio with increasing age. There are also contradictory findings regard-
ing any possible gender differences with the Valsalva ratio [26,34,63].

5. EFFECTS OF AGEING ON BAROREFLEXES AND BLOOD PRESSURE

The baroreflex is the essential control element of blood pressure regulation. When systemic
pulse pressure, or mean arterial pressure is reduced, baroreceptors in the carotid sinus and the
aortic arch are activated. Afferents of the baroreceptors influence the activity of cardiovagal
motoneurones via the NTS; the activation of the baroreceptors is followed by an increase in heart
rate (through vagal inhibition), vasocon-striction of the splanchnic and systemic vasculature,
and restoration of blood pressure. The human baroreflex can be tested by assessing heart rate
responses to changes in arterial pressure induced by infusions of vasoactive drugs (e.g. phenyle-
phrine, sodium nitroprusside) or to changes in transmural pressure in carotid baroreceptors elic-
ited by the neck chamber technique. Both methods have limitations, which have been discussed
elsewhere [72]. The arterial baroreflex is modulated by other reflexes and by respiration: barore-
flex stimuli are much more effective in producing vagally mediated heart rate responses when
delivered during expiration than during inspiration. There is a positive correlation between the
R-R interval and the sensitivity of the baroreflex [66]. Subjects with more sensitive baroreflexes
have lower heart rates and vice versa. In addition, the R-R intervals vary more in subjects with
increased baroreflex sensitivity. Baroreflexes may be depressed with increasing age [73-77].

We recently compared mean arterial blood pressure between two subgroups of healthy
subjects (each n=50) whose age ranged between 21 and of 76 years (cut point: 50 years) and
found no significant differences in mean arterial resting blood pressure [Agelink et al.; unpub-
lished data]. Our findings correspond well to the results from others [65]. However, orthostatic
hypotension may be a common finding in the elderly, although it may present as mild or even
asymptomatic in most cases [78-80]. The tendency towards orthostatic hypotension in older
people may have several reasons. First, starting in adulthood, there is a loss of intact, sympa-
thetic preganglionic neurons [9-11]. This becomes symptomatic when about 50% of the neurons
are lost [81]. Second, although sympathetic outflow and plasma NE levels become elevated
with increasing age, these modifications are probably not followed by a corresponding increase
in vascular resistance, since adrenergic oc2- and probably also a 1-receptors exhibit reduced
potency with ageing [82—85]. Third, with increasing age a desensitization of adrenergic P-recep-
tors also occurs, which is the reason why cardioacceleration and inotropic responses are reduced
in older subjects [14,15]. Fourth, ANS support of blood pressure is altered with age due to the
reduced cardiac vagal inhibition of heart rate and cardiac output [86]. Moreover, baroreflexes are
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impaired with increasing age [73-77].
In summary, ageing is accompanied by significant modifications of the cardio-vascular

system both, structural and functional. Various components of the ANS may be differentially
and selectively affected. Considering the ANS control of the heart there is a decrease of cardio-
vagal modulation with increasing age indicated by a decrease of cardiovagally mediated HRV
indices during rest and also during various provocative maneuvers. Sympathetic outflow to the
heart is elevated, however, it is not well transformed into a correspondingly enhanced end-organ
response because of a decrease of a- and 6-adrenergic receptor potency. Orthostatic dysregula-
tion is common in the elderly due to several reasons; one major point is that the baroreflexes are
impaired with increasing age.
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ABSTRACT

Responses of the central nervous system to stressors have modulatory effects on the immune
system. Conversely, immune activation in response to antigens and pathogens alter neural activ-
ity. Progressive decline in brain and immune functions in the elderly leads to impaired cognition,
re-establishment of homeostasis at age-adjusted set points, and immune senescence. The goal
of this chapter is to review our understanding of how normal ageing affects cross talk between
the autonomic nervous system and the immune system. Age-related changes in the relationship
between sympathetic nerves and cells of the immune system have been observed, including dif-
ferences in the density and compartmentation of sympathetic nerves, norepinephrine turnover,
density and coupling of adrenergic receptors, and availability and functional capacity of target
lymphoid cells. Strain-dependent alterations in how sympathetic nerves in secondary lymphoid
tissues age have been reported, and appear to differentially affect nerve-to-immune signaling.
These findings suggest impaired sympathetic regulation of immune function in aged individuals,
which may contribute to greater susceptibility to infectious diseases, autoimmunity and cancer
in the elderly. It is expected that a better understanding of sympathetic regulation of immunity in
aged rodents will be useful in understanding experimental findings from clinical and basic sci-
ence research. These findings could then be used to develop more optimal strategies for treating
diseases, disease prevention and improving overall health in the elderly.

1. INTRODUCTION

Primary and secondary lymphoid organs are innervated by sympathetic nerves that use nore-
pinephrine (NE) as the main neurotransmitter [reviewed in 1]. Release of NE from sympathetic
nerves signals cells of the immune system via specific subsets of adrenergic receptors expressed
on their cell surface [reviewed in 2]. Interaction of NE with these receptors affects cell biochem-
istry, and gene expression, to bring about a change in the function of immune cells [reviewed in
3-4]. Whether primary and secondary lymphoid organs from young adult rodents receive para-
sympathetic innervation is controversial, although cells of the immune system express choliner-
gic receptors [reviewed in 2], and there is limited information on ageing and the parasympathetic
nervous system. Therefore this chapter will focus on ageing and sympathetic nervous system-
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immune system interactions, and will not consider parasympathetic innervation.
As individuals age, striking changes in the structure and cellularity of lymphoid organs

reflect a functional loss of immune competence. Concomitant with the age-associated change
in lymphoid microenvironment and immune senescence, remodeling of sympathetic innerva-
tion occurs in lymphoid organs, presumably an adaptive response to maintain appropriate con-
tacts with target cells [reviewed in 5]. Additionally, the ability of sympathetic nerves to signal
target cells in lymphoid tissue is altered with advancing age. Collectively, these ageing effects
change the capacity of the immune system to mount a response to antigen challenge, including
responses to pathogens and tumors. This chapter will summarize the evidence for age-related
changes in sympathetic noradrenergic (NA) innervation of lymphoid organs and the impact on
sympathetic modulation of the immune system.

2. BONE MARROW

2.1. Age-related changes in bone marrow

Normal ageing alters the morphology of the bone marrow, with increased fat content and
myeloid cells, accompanied by decreased lymphoid cells. This age-related change is initiated
at the onset of thymic involution (at puberty) [6]. Sustained T cell production in the thymus is
dependent on the migration of T cell precursors from the marrow to the thymus [7], and the fre-
quency of bone marrow thymocyte precursors in old mice is reduced by 40-fold. Additionally,
bone marrow cells display a reduced potential to colonize thymic organ cultures in vitro [8-11]
and the thymus in vivo [12].

2.2. Sympathetic innervation of bone marrow

NA and peptidergic innervation of sinuses and tissue parenchyma has been demonstrated in
young adult rodents [13-16]. NA and neuropeptide Y-positive (NPY+) nerves course in small
nerve bundles that extend into the bone through the nutrient foramena, forming dense nerve
plexuses along the vasculature. From these vascular nerve plexuses, NA/NPY"1" nerve fibers
extend into the surrounding parenchyma among hematopoietic cells in the marrow [15,17—18].

2.3. Age-related changes in sympathetic innervation of bone marrow

Despite age-related changes in the myeloid and lymphoid components of the bone marrow,
NA innervation from 21-month-old Fischer 344 (F344) male rats appears to be maintained, as
assessed histologically [5]. It is not known whether changes in NE metabolism occurs in bone
marrow or whether there are age-associated changes in the ability of sympathetic neurotransmit-
ters to signal target cells.

2.4. Functional significance of NA innervation of bone marrow

The functional significance of sympathetic innervation in bone marrow is not entirely clear,
but presumed to play a modulatory role in cellular proliferation and differentiation of myeloid
and lymphoid cells. In young adult rodents, NE and dopamine concentrations in murine bone
marrow display diurnal rhythmicity, peaking at night [19]. This finding may be unique to bone
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marrow, since diurnal rhythms were not detected in levels of circulating catecholamines, or in
thymic or splenic NE [20]. In bone marrow, peak catecholamine concentrations positively corre-
late with the proportion of bone marrow cells in the G2/M and S phases of the cell cycle [19,21],
suggesting neural regulation of hematopoietic cell proliferation. Chemical sympathectomy with
6-hydroxydopamine (6-OHDA) or administration of the O^-adrenergic antagonist, prazosin,
enhanced myelopoiesis and inhibited lymphopoiesis in normal mice and in mice that received
syngeneic bone marrow cells [22-23]. NE and the o^-adrenergic receptor agonist, methoxamine,
inhibited the growth of granulocyte/macrophage colony forming units (GM-CFU) in vitro, which
corresponded well with the finding that unfractionated bone marrow cells possess high affinity
o^-adrenergic receptors [22]. Chemical sympathectomy in adult mice reduced bone marrow cel-
lularity and increased progenitor cells in the peripheral blood, suggesting that cells were driven
out of the bone marrow after 6-OHDA treatment [13]. In sympathectomized mice, progenitor
cells and the number of GM-CFU increased, suggesting retention and enhanced proliferation of
bone marrow cells. Chemical sympathectomy transiently increased bone marrow cell prolifera-
tion in vivo [24], suggesting that an intact sympathetic nervous system inhibits spontaneous cell
proliferation in bone marrow.

In contrast to these studies, neither neonatal 6-OHDA treatment (which permanently removes
NA nerve fibers) nor unilateral surgical denervation of the sciatic nerve in mice had any effect on
the percentage of granulocytes or GM-CFU obtained from bone marrow, leading Benestad and
colleagues [25] to postulate that NA innervation does not significantly influence differentiation
of hematopoietic cells. Differences in the methods of denervation and the age of denervation
(neonatal versus adult) most likely account for this discrepancy. No studies to date have exam-
ined the age-related changes in sympathetic modulation of bone marrow functions. As we have
found that sympathetic modulation of immune function in the spleen is altered with age (see
below), studies in bone marrow from aged rodents may reveal the role of sympathetic NA nerves
in this immune compartment. Closer examination of the function of sympathetic nerves in bone
marrow may provide novel combination therapies to enhance migration of bone marrow precur-
sors into the thymus to increase output of mature naive T cells. It may also lead to novel thera-
pies that stimulate hematopoiesis after bone marrow transplantation and chemotherapy [26].

3. THYMUS

3.1. Structure and function of the thymus

The thymus consists of incomplete lobules partially separated by septa derived from the con-
nective tissue capsule that envelops the organ. Each lobule consists of the cortex, a peripheral
zone of densely packed lymphocytes that surrounds the medulla, a lightly staining central
zone. Hassall's corpuscles, several layers of flattened, concentrically arranged epithelial cells,
are present in the medulla. These are apparently degenerative bodies that increase in size and
number throughout life. The stroma of the thymus consists of dendritic cells, macrophages, and
epithelial reticular cells with thin cytoplasmic process that attach to each other by desmosomal
contacts.

The thymus is the primary site for differentiation of pre-T cells into mature T cells that recog-
nize and respond appropriately to foreign antigen. Stems cells from the bone marrow enter the
thymus in the subcapsular region, where they differentiate from a CD4~CD8~ phenotype (double
negative, DN) to an intermediate CD3l0CD4+CD8+ (double positive, DP) phenotype [27]. In the
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thymic cortex, DP thymocytes undergo a selection process requiring T cell receptor interactions
with major histocompatibility complex (MHC) molecules on the surface of thymic stromal cells
[28]. Positively selected thymocytes up-regulate CD3 expression and down-regulate expression
of either CD4 or CD8 to become mature CD3hi CD4+CD8" or CD3hiCD4"CD8+ (single positive,
SP) thymocytes. The majority of thymocytes are not selected and die in the thymus via apop-
tosis. Mature SP thymocytes reside in the medulla of the thymus, and subsequently leave the
thymus via blood vessels at the corticomedullary junction to seed secondary lymphoid organs.

3.2. Age-related changes in the thymus

After puberty, the thymus begins to atrophy, but remains a site of T cell selection throughout
adulthood. With thymic atrophy, there is a gradual regression in size, weight and cellularity
[reviewed in 29]. Deposits of adipose tissue displace and disrupt the thymic stroma, particularly
the cortical epithelial network that supports early T cell differentiation and selection [30]. The
underlying mechanism(s) of age-related thymic involution is not known, although studies sug-
gest both a genetic basis [31-34] and a role for altered hormone levels [35-36].

Bone marrow-derived stem cell precursor development diminishes with age, but transplant-
ing young bone marrow into old recipients does not reverse decreased T cell regeneration in old
thymus, demonstrating that the aged thymic microenvironment itself has a diminished capacity
to support thymocyte differentiation [37]. With age, the frequency of CD4~CD8~ DN imma-
ture thymocytes increases and CD4+CD8+ DP cells decreases [38-40], indicative of a block
in T cell differentiation from the DN to DP phenotype, and leading to reduced naive T cell
output with age. Decreased T cell output contributes to the age-associated dysregulation of the
immune system, including reduced cell-mediated immunity, increased autoantibody production,
and increased susceptibility to infectious disease [41^-2]. Age-related impairment in T cell
development in the thymus has been attributed to disruption in T cell receptor rearrangement
and (3-selection efficiency [32], and in stromal cells defects. Several reports have demonstrated
reduced bone marrow precursor and thymocyte interaction with stromal cells [8,43^14]. Other
components, such as nerves, endothelial cells, fibroblasts and connective tissue may also be
contributory. Von Patay et al. [45-46] have demonstrated that NE stimulated the production of
interleukin (IL)-6 by cultured young thymic epithelial cells about 14-fold above baseline in the
presence of NE, supporting an indirect role of the sympathetic nervous system in maintaining
the internal milieu.

3.3. Sympathetic innervation of the thymus

In the young adult thymus, NA sympathetic nerves from postganglionic neurons in the upper
paravertebral ganglia of the sympathetic chain (primarily the superior cervical and stellate gan-
glia) innervate the thymus [47-49]. NA sympathetic nerves enter the thymus with blood vessels
as moderately dense plexuses, and travel in the capsule and interlobular septa, or continue with
the vasculature into the subcapsular cortex, where stem cells arrive from the bone marrow. These
nerves course along blood vessels in the septa, where they often reside adjacent to mast cells
and macrophages. In the capsule and interlobular septa, NA nerves course adjacent to mast cells
[ 14,50], corticotropin-releasing hormone (CRH)-immunoreactive cells [51 ], and ED 1+ and ED3+

macrophages [ 1,14]. In the cortex, the highest density of fibers occurs near the corticomedullary
junction, where T cells undergo differentiation and maturation, and where mature T cells exit
the thymus. In the medulla, NA nerves primarily associate with the medullary sinuses, which are
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continuous with the system of blood vessels in the septa; some nerve fibers extend from these
plexuses into the surrounding parenchyma among mature thymocytes and thymic epithelial cells
[reviewed in 1].

Thymic nerves containing neurotransmitters other than NE have been demonstrated in young
adult rodents, including NPY, tachykinins (substance P, neurokinin A, and neurokinin B, collec-
tively), substance P, and calcitonin gene-related peptide (CGRP), CRH and vasoactive intestinal
polypeptide (VIP) [1]. The origin of these fibers is not entirely clear. All of these neurotransmit-
ter-specific nerves have to some extent overlapping distributions in the young adult rat thymus,
although this innervation is generally not as robust as seen with sympathetic NA nerves, with
the exception of NPY. Chemical sympathectomy with 6-OHDA destroys NPY+ nerves in the
rat thymus [52], indicating that NPY co-localizes with NE in sympathetic nerves. Nerve fibers
containing CGRP and substance P/neurokinins are presumed to be afferent sensory nerves based
on the presence of these neurotransmitters; however, Bulloch et al. [53] have suggested CGRP+

fibers derive from the vagus nerve. Treatment with capsaicin, a neurotoxin selective for small
non-myelinated afferent nerves, depletes substance P in the thymus [54] supports derivation
from sensory neurons. Based on the concentration of substance P and CGRP in the thymus, Gep-
petti et al. [55] have suggested that these neurotransmitters are not co-localized, but both CGRP
and substance P-containing thymic nerves appear to arise from cervical dorsal root ganglia based
on anterograde tracing studies [56]. Little information is available regarding age-related changes
in thymic peptidergic innervation. One laboratory reported a similar distribution, but reduced
density, of CGRP+ nerves in the aged thymus [53].

3.4. Sympathetic innervation in the ageing thymus

In a longitudinal study of sympathetic innervation of the F344 rat thymus, we demonstrated a
dramatic increase in the density of NA nerve fibers and NE concentration as the thymus invo-
lutes with age [57]. Total NE content in the thymus was relatively constant across age despite
thymic involution, suggesting that increased nerve density and NE concentration in the ageing
thymus likely results from the age-related loss in tissue volume. However, a quantitative study
by Zirbes and Novotny [58] demonstrated an increase in the density of sympathetic nerves in
the aged rat thymus that exceeded the reduction in thymic volume. If this is indeed the case, it
indicates sprouting of sympathetic nerve fibers in the aged rodent thymus. We found age-related
increases in thymic sympathetic innervation in other strains of rats and in several mouse strains;
the onset occurred with puberty and involution the thymus [5,59]. The thymocytes in the involut-
ing thymus reside among a higher density of NA nerve fibers, suggesting that they are exposed to
higher concentrations of NE as the animal ages. Formal substantiation of this hypothesis awaits
measurement of NE release and turnover.

3.5. Functional studies and significance

Most of our knowledge of the role of sympathetic innervation in modulating thymic function
derives from studies in young adult rodents. Functional studies, radioligand-binding assays,
northern blot analysis and signal transduction studies in young adult rodents provide evidence
for heterogeneous expression of a- and pVadrenergic receptors on thymocytes [52,60-64] and
thymic epithelial cells (p, and p,) [45,65]. Unfractionated thymocytes express very low levels
(below the level of detection) of (3-adrenergic receptors compared to mature T cells [3], and
mature corticosterone-resistant thymocytes express (J-adrenergic receptors at levels equivalent
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to peripheral T cells [66-67]. Collectively, these studies suggest that immature T cells express
very low levels of P-adrenergic receptors and that P-adrenergic receptor expression is up-
regulated later in the differentiation process. These findings are consistent with findings that
P7-adrenergic receptors localize primarily to the medullary region of the rat thymus [62]. The
efficiency of receptor coupling to adenylate cyclase appears to be greater in unfractionated thy-
mocytes than in spleen or lymph node cells [68]. Likewise, unfractionated thymocytes generate
an isoproterenol-induced cAMP response that is equivalent to that of splenocytes, even though
spleen cells express a far greater number of P-adrenergic receptors [3]. These studies suggest
that thymocytes expressing P-adrenergic receptors are exquisitely sensitive to P-adrenergic
receptor signaling.

Mice that lack dopamine-P-hydroxylase (dbh-l-), an enzyme that converts dopamine to NE,
possess a similar number and frequency of thymic subpopulations (CD4+, CD8+, CD4~/CD8~,
CD4+/CD8+) compared with age- and sex-matched dbh+/— controls [69]. These findings suggest
that dbh-f— mice do not have intrinsic developmental defects. However, the thymuses of surviv-
ing dbh-/- mice housed in non-specific pathogen free conditions showed marked involution, and
a reduction in the immature CD4+/CD8+ DP thymocytes. Under these conditions, dbh-l- mice
had higher mortality rates, and impaired resistance to primary and secondary infection. This
study supports a role for NA innervation in maintaining a normal microenvironment for T cell
development, differentiation and responsiveness to environmental antigens in secondary lym-
phoid organs.

In studies of young adult thymocytes, exposure of thymocytes in vitro to P-adrenergic recep-
tor agonists increased expression of thymocyte Thy-1 and TL antigens, alluding to enhance thy-
mocytes differentiation after P-adrenergic receptor stimulation [70]. Other studies suggest that
removal of P-adrenergic receptor signaling may enhance thymocyte proliferation. In one report,
more cells were obtained from thymic rudiments implanted into the anterior chamber of mice
that had undergone unilateral ablation of the superior cervical ganglia to remove sympathetic
innervation [71]. In another study, when NA innervation was removed by 6-OHDA treatment
an increase in the number of proliferating cells in the thymic cortex was detected by bromode-
oxyuridine uptake [52].

Chemical sympathectomy also increases apoptosis in the thymus, reduce thymic cellular-
ity, and decrease spontaneous thymocyte proliferation in vitro [72-73]. Pretreatment with
desipramine to inhibit 6-OHDA uptake and prevent NA nerve terminal destruction, blocked the
6-OHDA-induced increase in apoptosis, indicating that ablation of NA nerve fibers was neces-
sary for this effect [73]. However, studies of the thymus using 6-OHDA in vivo must be inter-
preted with caution, since cultured thymocytes incubated in the presence of 10 5 M 6-OHDA
also induced apoptosis, and co-incubation of 6-OHDA with desipramine prevented this effect
[73]. These findings suggest that thymocytes possess catecholamine uptake mechanisms, but
this awaits further investigation. Furthermore, sympathetic nerves in the thymus are more resist-
ant to the neurotoxic effects of 6-OHDA compared to the spleen [74; personal observations].
Finally, studies need to be performed to rule out the possibility that 6-OHDA-induced effects
on thymic apoptosis are due to elevated corticosterone levels secondary to denervation [72,75].
Collectively, these results suggest that NA innervation in the thymus of the young adult may
inhibit proliferation and reduce thymocyte apoptosis, but more detailed and direct studies of
catecholaminergic influences on specific T cell subsets are necessary.

Madden and Felten [76] assessed thymocyte development and proliferation in vivo after
chronic 6-adrenoceptor blockade in aged mice. Two- and 18-month-old male BALB/c mice
were exposed for 4 weeks to the P-adrenergic receptor antagonist, nadolol, by subcutaneous



239

pellet implantation. Thymoeyte differentiation and naive T cell output were examined by 3-color
flow cytometric analysis of T cell populations in the thymus and peripheral blood.

In old, but not young mice, thymoeyte CD4/CD8 co-expression was altered by P-adrenergic
receptor blockade. Nadolol treatment of aged mice further increased the CD8+ SP thymocytes
and reduced the CD4+CD8+ population, in conjunction with an increase in the CD3~CD4~CD8~
population. Thus, nadolol treatment appears to further exacerbate the age-related changes in
thymoeyte differentiation, suggesting that (3-adrenoceptor stimulation counteracts the age-
related changes in thymoeyte maturation. Because CD3M expression in the CD4+CD8+ popula-
tion (the immediate precursors to the SP thymocytes [77]) was not altered by nadolol treatment,
increased CD4~CD8+ cells were probably not mediated by more CD4+CD8+ cells undergoing
positive selection. Additionally, chronic P-adrenergic receptor blockade did not alter ex vivo
thymoeyte proliferation in either age group, suggesting that changes in thymoeyte proliferation
did not contribute to the nadolol-induced effects. However, a more detailed analysis of additional
thymocytes differentiation markers in combination with such functional measures as prolifera-
tion and apoptosis will be needed to further characterize the nadolol-induced changes.

We also wanted to determine whether the nadolol-induced increase in CD8+ T cells in the
thymus was due to an inability of these cells to emigrate from the thymus into the circulation.
The percentage of CD4+ and CD8+ T cells expressing high and low levels of the adhesion mol-
ecule CD44 [78-79] was examined in peripheral blood. In old mice, nadolol treatment increased
the percentage of peripheral blood CD4+ and CD8+ T cells expressing the naive (CD4410) phe-
notype in the absence of changes in the percentages of total CD4+ or CD8+ T cells in peripheral
blood [76]. P-adrenergic receptor blockade could increase naive T cells in the blood by several
mechanisms, one of which includes increased emigration of mature T cells from the thymus.
Future studies will attempt to examine more directly whether mature thymoeyte emigration is
increased by P-adrenergic receptor blockade.

These results indicate that p-adrenergic receptor blockade can alter thymoeyte differentia-
tion, and suggest that the age-associated increase in sympathetic NA innervation of the thymus
modulates thymoeyte maturation. The finding that nadolol-induced effects were confined to old
animals suggests that the sympathetic nervous system may have a greater influence on thymo-
eyte maturation in aged animals. These results also suggest that the sympathetic nervous system
may exert a greater influence on immune function in aged individuals whose immune systems
are immunocompromised. Finally, findings that manipulation of sympathetic activity in the
aged thymus alters thymoeyte differentiation suggests that pharmacological manipulation of
NA innervation may provide a novel way of increasing naive T cell output and improving T cell
reactivity to novel antigens with age.

4. SPLEEN

4.1. Structure and function of the spleen

The young adult spleen is a site of antigen-dependent lymphocyte responses and defense against
blood-borne pathogens. The parenchyma of the spleen consists of white pulp and red pulp.
The red pulp is reticular tissue, with splenic cords of lymphoid cells (cords of Billroth) situ-
ated between the sinusoids. Besides reticular cells, the red pulp contains fixed and wandering
macrophages, monocytes, lymphocytes, plasma cells, platelets and granulocytes. The white
pulp contains lymphatic tissue arranged in sheaths around central arteries and lymphoid nod-
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ules appended to the sheaths. The lymphoid cells surrounding the central arteries are mainly
T lymphocytes, forming the periarteriolar lymphatic sheath (PALS), while lymphoid nodules
or follicles consist primarily of B lymphocytes. Antigen-presenting cells detect blood-borne
antigens and present them to PALS-derived T cells for sampling. Antigen-specific T and B cells
interact to initiate an immune response. Between the white pulp and red pulp lies a marginal
zone, consisting of sinuses and loose lymphoid tissue. In this zone there are few lymphocytes,
but many macrophages showing active phagocytosis. This zone harbors blood-borne antigens
and thus plays a major role in the immunologic activity of the spleen. The marginal zone also
is the site of entry for T and B cells into the spleen before becoming segregated in their specific
splenic location.

4.2. Sympathetic innervation of the spleen

lnnervation of the rodent spleen has been studied extensively [reviewed in 1]. NA sympathetic
nerves enter the spleen as a dense vascular plexus along with the splenic artery at the hilus.
These nerves continue to course along arterial and venous branches under the capsule and along
the trabeculae. From the trabecular plexuses, NA nerve plexuses continue with the central artery
that is surrounded by white pulp. In the white pulp NE-containing nerves extend from the cen-
tral arterial plexus into the PALS. Double-label immunocytochemistry reveals close association
between NA nerves and T lymphocytes in this compartment. NA nerve fibers also are present in
the marginal zone, coursing along blood vessels or as individual fibers adjacent to macrophages,
and T and B lymphocytes. With electron microscopy, direct contacts were observed between
lymphocytes in the PALS and NA nerves with an intervening extracellular space of about 6 nm,
a smaller synapse than between sympathetic nerves and more traditional targets, such as smooth
muscle cells within the vasculature. In the B cell follicles of the white pulp, only an occasional
sympathetic nerve fiber is typically observed.

Nerves containing neurotransmitters other than NE have been demonstrated in the young
adult spleen. One of these, NPY, co-localizes with NE as indicated by the loss of NPY-contain-
ing nerves after treatment with the NA-selective neurotoxin, 6-OHDA [80]. Nerves containing
substance P, CGRP, met-enkephalin, VIP, cholecystokinin, neurotensin, IL-1, CRH and arginine-
vasopressin have been described in the rodent spleen [81; review in 1]. These neuropeptide-
containing nerves differ in density and distribution from that observed for splenic sympathetic
nerves, suggesting that they do not co-localize with these nerves, or perhaps represent a subset
of sympathetic nerves that are not NA.

4.3. Sympathetic innervation in the ageing spleen

In contrast to the dramatic age-related increase in sympathetic NA innervation of the thymus,
NA innervation of the spleen is diminished markedly in old (>17-month-old) F344 rats [82-84].
This progressive loss in sympathetic innervation is manifested as a decline in the density of
nerve fibers in all compartments of the spleen (approximately 75% lower than in young adult
rats) and a 50% reduction in splenic NE content by 27 months of age [82,84]. The reduction in
splenic NA innervation is associated with degeneration of NA nerve fibers and ultimately, with
loss of the cell bodies in the superior mesenteric/celiac ganglionic complex [85, personal obser-
vations]. The apparent discrepancy in nerve density and splenic NE concentration results from
an increase in NE turnover in age-resistant nerves in the spleen [5]. These age-resistant nerves
reside near the hilus with a striking depletion of nerve fibers with increasing distance from the
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hilus. This pattern of nerve loss resembles a peripheral neuropathy, whereby the longest nerves
are most affected, and is suggestive of a metabolic insult. Heightened sympathetic activity in the
age-resistant nerves in spleens from aged F344 rats is consistent with evidence for an overall
elevation in sympathetic tone in humans with advancing age [86-89]. Conversely, uptake of
circulating NE from the circulation into sympathetic nerve terminals may help explain splenic
NE concentrations than might be expected from the extensive loss of sympathetic nerves fibers
that occur in the aged spleen.

Loss of sympathetic nerves may result from an inability of NA nerves to synthesize enough
NE or tyrosine hydroxylase to be visualized by histochemical or immunocytochemical stain-
ing, or from an actual loss of nerve fibers. To resolve this issue, alpha-methylnorepinephrine
(ocMNE), a compound that is uptaken by high affinity carriers into NA nerve terminals and
persists because it cannot be catabolized by monoamine oxidase, was administered to aged rats
[5,90]. Treatment with aMNE did not reveal additional sympathetic nerve fibers in spleens from
old rats. This study supports the actual loss of sympathetic nerves in the age spleen, presuming
the high-affinity uptake system for NE in nerve terminals remains functional in aged rats. Stud-
ies examining NE uptake in spleen slices from 3- and 21-month-old rats indicate that the uptake
of [3H]-NE does remain functional in old animals, and in fact is enhanced [5,90].

We have discovered species and strain differences in how ageing affects sympathetic NA
innervation of the spleen [5,59,91]. In aged BALB/c and C57B1/6 mice, histochemical analysis
revealed an increase in the density of splenic NA nerves in the parenchyma of the white pulp,
especially near the hilus [5,59]. More distal to the hilus, NA innervation of the white pulp was
variable, with some white pulp regions containing a normal density of noradrenergic nerves, and
others depleted of NA nerves. Splenic NE concentration was not diminished in aged mice, but
in fact was slightly elevated. The variable density of NA nerves in white pulps distal to the hilus
suggest that there may be, at least to a limited extent, some loss of nerves in these sites. The
increased splenic NE concentration from old mice raises the possibility that NE metabolism is
enhanced in these aged mouse strains. Similarly, sympathetic innervation of spleens from aged
Brown Norway and Brown-Norway x F344 (Fl) rats is equivalent in density to that of young
adults, while a striking age-related loss of sympathetic nerves in spleens from Lewis rats pro-
gressively occurs with advancing age [91]. These findings indicate that unlike the thymus, age-
related changes in splenic NA innervation may be dependent on undefined genetic influences.

We have begun to investigate the mechanisms underlying age-related diminution of splenic
NA innervation in F344 rats. In young adults, the integrity of sympathetic nerves critically
depends on trophic support provided by target and/or stromal cells in their local microenviron-
ment, and protection from oxidative stress by anti-oxidative enzyme systems. One possibility is
that loss of NA innervation in the spleen is related to long-term exposure to antigens. During a
primary immune response, several investigators have reported increased NE turnover, that may
result in the production of NE and oxidative metabolites that generate free radicals [66,92]. The
continuing generation of auto-oxidative catabolites following NE release over time may lead to
subsequent autodestruction of NA nerve terminals [reviewed in 93]. In support of this hypoth-
esis, a striking loss of NA nerves in spleens from young adult rodents was observed in rodents
chronically-treated with NE [94]. However, in a study where ageing F344 rats were repeatedly
immunized with lipopolysaccharide from 12 to 17 months of age, we did not find a significant
acceleration in the age-related decline in sympathetic innervation (unpublished data). Other
types of antigens that require T cell activation or repeated exposure to superantigens should be
examined. Reduced production of neurotrophic factor(s) and/or diminished capacity to handle
oxidative stress in the aged spleen also may contribute to diminished splenic NA innervation.
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To further test the hypothesis that the age-related reduction in splenic NA innervation is the
result of an antigen-driven response, we have begun looking at the possibility that cytokines
produced during an immune response can locally regulate sympathetic neurotransmission. We
have shown that ganglion cells in the superior mesenteric/celiac complex can synthesize IL-2
receptors [95]. David Snyder has shown that IL-2 can enhance release of NE from synaptosomes
(NA nerve terminals) from the spleen, suggesting that IL-2 receptors are present on NA nerve
terminals (personal communication). Thus, IL-2 produced locally during an immune response
may regulate release of NE from nerve terminals in the spleen. Age-associated changes in IL-2
production and IL-2 receptor expression in vivo and the effects of IL-2 on NE release and subse-
quent alterations in IL-2 signaling of NA nerves with age need to be explored more fully.

4.4. Can age-related changes in NA innervation be reversed?

ThyagaRajan and colleagues [96] tested whether the loss of NA innervation in the aged F344 rat
spleen was reversible by chronic treatment with L-deprenyl, a selective irreversible monoamine
oxidase B (MAO-B) inhibitor. L-deprenyl has been shown to: (1) slow the progression of Par-
kinson's disease through enhancement of nigrostriatal dopaminergic neurotransmission [97-98];
(2) promote regrowth of transected axons of facial motoneurons at postnatal day 14 [99]; (3)
improve survival of rat ganglion cells after damage to optic nerves [100]; and (4) increase neu-
rotrophic factor production and increase activity of superoxide dismutase (SOD) and catalase
[99,101] (principal scavenging enzymes that protect neurons from damage caused by free radi-
cals). All these modes of action may serve to maintain NA innervation and promote NA nerve
growth in target organs.

Deprenyl partially restored NA innervation in the aged rat spleen in 21-month-old male F344
rats treated with L-deprenyl for 9 weeks [96]. Deprenyl-induced regrowth of NA innervation was
associated with increased splenic NE concentration (per mg wet weight) and NE content (per
whole spleen), although these levels did not achieve the concentration measured in the young
spleen [96]. Furthermore, the age-related decline in splenic natural killer cell activity and conca-
navalin A (Con A)-induced IL-2 production was partially reversed by deprenyl treatment of aged
rats [102]. These results demonstrate plasticity of splenic NA innervation in old animals and
indicate that the age-related reduction in NA innervation is not permanent and can be restored,
at least partially. Furthermore, they suggest that manipulation of NA innervation may be a novel
way to counteract some parameters of age-associated decline in immune function. Long-term
treatment with L-deprenyl reduced spontaneous mammary tumor growth in old rats [ 103]. While
L-deprenyl effects on tumor growth are probably mediated via multiple mechanisms, we specu-
late that at least one of these mechanisms is through drug-induced sympathetically-mediated
changes in tumor immunity. Confirmation of this hypothesis awaits further research.

With double-labeled immunocytochemistry, we observed a gradual decline in the density
of T lymphocytes in the PALS and ED3+ macrophages in the marginal zone of the F344 rat
spleen, concomitant with the loss of NA nerve fibers [83]. Loss of cells in these compartments is
most striking with increasing distance from the hilus, similar to the loss of sympathetic nerves.
Whether NA nerve loss is causally related to the reduced cellularity of T lymphocytes and mac-
rophages in the spleen is not known. In the spleen, lymphocytes synthesize nerve growth factor
(NGF) mRNA and protein [104—105], but macrophages can sequester NGF (in the absence
of mRNA) [106]. NGF and other neurotrophins are critical for sympathetic nerve survival in
the young [107-108], but neurotrophin production and signaling capacity has not been exten-
sively investigated in aged rodents. Sympathetic nerve distribution in the spleen and thymus of
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severe combined immunodeficiency (SCID) mice, which are deficient in T and B lymphocytes,
is robust in young adults [109, S.Y. Stevens, unpublished data]. Lymphocyte depletion using
hydrocortisone or cyclophosphamide in young adult mice at least acutely, did not affect sym-
pathetic nerve integrity [110]. These results suggest that lymphocytes may not provide critical
for neurotrophic support to sympathetic nerves in these mice. With advancing age, sympathetic
nerves may become more vulnerable to changes in the percentages of lymphocytes subsets and
macrophages that populate the aged spleen and changes in their capacity to provide neurotrophic
support.

4.5. Age-related changes in the spleen and immune function

Cell-mediated immunity is more impaired in the aged individual compared to humoral or
antibody responses [reviewed in 111]. As T cell reactivity towards foreign antigens decline,
responses to autoantigen increase with advancing age. Antigen and mitogen-induced pro-
liferation, cytotoxic effector function, natural killer cell activity, cytokine production, IL-2
receptor expression, and signal transduction are commonly reported to be impaired in old T
cells [reviewed in 112]. Ageing affects many points in the process of T cell maturation and
activation. IL-2 production is generally impaired in ageing, which hampers clonal expansion of
T lymphocytes [reviewed in 113]. IL-4 and interferon-y (IFN-y) production by T cells appear
to be dysregulated in ageing, although the direction of changes reported in aged animals and in
humans is variable [reviewed in 114-115]. These conflicting findings can be attributed to spe-
cies differences, nature of the stimulating agent used in vitro, variability in the in vitro culture
conditions used between laboratories and source of lymphocytes employed. IL-4 and IFN-yare
important for regulating humoral- and cell-mediated immune responses, respectively, and are
crucial in antimicrobial as well as antineoplastic defenses of the elderly. An increase in IL-5
[114,116] and IL-10 production by T cells from old mice [ 117] and humans [118], cytokines that
promote Th2 immune responses, suggest a possible shift in ageing towards humoral-mediated
immune responses [reviewed in 114-115].

Ageing is also associated with a shift in the cell populations that reside in lymphoid compart-
ments. Since the CD4 and CD8 populations contribute differently to the host immune defense,
any alteration in their ratio can influence a host's immune response to a biological insult. With
advancing age, there is an increase in the CD4/CD8 ratios in human peripheral blood and in
murine spleen, and a decrease in CD4/CD8 ratios in murine lymph nodes and peripheral blood
[reviewed in 119]. An increase in CD8+CD28" cells and a reduction in CD8+CD28+ cells is
consistent with the age-associated decline in proliferative ability in aged humans, particularly
prominent in the CD8 population [120] and hyporesponsiveness to co-stimulation by CD28 in
T cells from aged mice [121]. An increase in the ratio of T memory to naive T cells occurs in
lymphoid organs and peripheral blood in humans and in animals [122-124]. The shift towards T
memory lymphocytes also contributes to the reduced antigen-induced lymphocyte proliferation
and altered patterns of cytokine production with age [116-117].

4.6. Functional studies and significance

In young adult rodents, the role of the sympathetic nervous system in immune regulation has
been examined by a variety of experimental approaches. Chemical sympathectomy or p-adren-
ergic receptor blockade before immunization reduced a Th2-driven antibody response and
decreased the delayed-type hypersensitivity reaction to a contact-sensitizing agent [125-126].
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Transgenic mice that lack dopamine-P-hydroxylase (necessary for NE and epinephrine synthe-
sis) had impaired immune reactivity to infectious agents and a protein antigen [69]. Dhabhar and
McEwen [ 127] demonstrated that in vivo administration of epinephrine before antigen sensitiza-
tion augmented the delayed-type hypersensitivity response and increased cellularity in the drain-
ing lymph nodes. Collectively, these findings suggest an enhancing effect of the sympathetic
nervous system on immune reactivity. In contrast, stressors or agents that elevate sympathetic
activity reduced T cell responses, anti-viral immune reactivity, and natural killer cell activity,
effects that were prevented by pretreatment with P-adrenergic receptor antagonists or ganglionic
blockade [128-131].

Chemical sympathectomy enhanced antigen-induced proliferation and Thl and Th2 cytokine
production in vitro [75,132]. Sympathetic denervation before intraperitoneal immunization
with a protein antigen also increased serum antibody levels in rats and in C57B1/6 mice, but
not BALB/c mice [75,133]. Differences in sympathetic-induced effects on immune reactivity
reported in the literature indicate the importance of a number of factors in determining the out-
come of sympathetic manipulation, including genetic background, site of immunization, and the
types of immune cells involved in the immune response (i.e., antigen-presenting cell type, type
of Th cell). In vitro studies with purified cell populations have begun to identify some of the
mechanisms underlying sympathetic immune modulation.

Stimulation of p-adrenergic receptors in unfractionated effector cells in vitro enhanced allore-
active T lymphocyte cytotoxicity and antibody-secreting cells [134-135]. More recently, highly
purified lymphocyte populations have been used to dissect the responses of T and B cells to (}-
adrenergic receptor stimulation. In this culture system, antigen-specific B cells present antigen
and synthesize antibody in the presence of Th clones [136]. Addition of p-adrenergic agonists
to this culture system increased antibody production [136] by up-regulating B cell accessory
molecule expression and by increasing B cell responsiveness to IL-4 [137]. Conversely, when
Thl clones were cultured in the presence of p-agonists before antigen-induced activation, the
number of antibody-forming cells declined concomitantly with lower IFN-y production [136],
suggesting that p-adrenergic receptor stimulation inhibits Thl responses. However, Th cells also
exhibited differential responsiveness to catecholamine stimulation depending on the activating
stimulus, and the type of Th cell cultured (Thl clone vs. naive CD4+ cells grown in Thl-pro-
moting conditions) [138-139]. Thus, the type of immune cells involved and its activational or
maturational state contribute to the complexity of sympathetic interactions with the immune
system, and likely reflect the important role of the sympathetic nervous system in "fine-tuning"
a response to maintain homeostasis.

In old F344 rats, we wanted to determine if the reduced complement of NA nerve fibers in the
aged spleen could maintain functional links with the immune system. We also wanted to explore
the possibility that a causal link exists between the age-associated reduction in NA innervation in
the spleen and impaired T cell proliferation. Young (3-month-old) and old (17-month-old) F344
rats were chemically sympathectomized, and the functional impact on in vitro T cell responses
in naive animals and antigen-specific antibody responses in vivo was assessed [5,133,140].
Although young rats were remarkably resistant to sympathectomy-induced changes in T lym-
phocyte proliferation and cytokine production, splenic T cell activity in aged rats was reduced
when splenic NE was depleted, so that the age-related impairment in Con A-induced prolifera-
tion was potentiated in sympathectomized animals [140]. In immune animals, serum IgM and
IgG anti-keyhole limpet hemocyanin (KLH) antibody responses did not differ between 3- and
17-month-old untreated F344 rats. Sympathectomy increased anti-keyhole limpet hemocyanin
(KLH) IgG, IgGl, IgG2b, and IgM antibody responses in young and old rats. Sympathectomy
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also enhanced KLH-specific proliferation by spleen cells from old, but not young animals
[5,133].

If splenocytes in the aged rat were no longer receiving signals from sympathetic nerve termi-
nals, then removal of these nerve fibers by sympathectomy would have no impact on immune
reactivity. These results indicate that the sympathetic nervous system can still modulate immune
reactivity in aged F344 rats despite the loss of NA nerves in the spleen. The sympathectomy-
induced reduction in Con A-induced T cell proliferation suggests that splenic NA innervation
in old animals, though diminished, can exert a positive regulatory influence on T lymphocyte
function, but it inhibits humoral immune responses in young and old F344 rats.

The differences in sympathectomy-induced alterations in immune function between young
and old rats demonstrate that old animals are more susceptible to complete loss of sympathetic
NA innervation, perhaps because compensatory mechanisms become limited, while young
rats rapidly evoke compensatory mechanism to maintain T lymphocyte activity following NE
depletion. Maintenance of sympathetic NA signaling of splenocytes when splenic NE levels
are reduced suggests up-regulation of compensatory mechanisms in intact aged rats. Evidence
for increased sensitivity to NE in the synapse include: increased spleen cell (3-adrenergic recep-
tor density [5,141], augmented (3-adrenergic receptor signaling (elevated intracellular cAMP)
(unpublished data), and elevated NE re-uptake and turnover in the age-resistant NA nerves in the
aged F344 rat spleen [5,141]. This evidence suggests that compensatory capacity is approaching
maximum in the intact old rat, and further compensation to sympathectomy may be limited. The
capacity of young animals to compensate more rapidly and efficiently for loss of sympathetic
nerves may negate or at least limit the impact of sympathetic nerve destruction on immune
reactivity.

Kruszewska et al. [132], reported similar 6-OHDA-induced enhancement of anti-KLH Î gG,
and IgG, antibody production in the Th 1-predominant mouse strain, C57BL/6. This group did
not observe significant sympathectomy-induced alterations in serum anti-KLH antibody response
in the Th2 predominant strain, BALB/c. Antigen-induced Thl and Th2 cytokine production in
vitro was enhanced after sympathectomy in both murine strains, providing no evidence for Thl
versus Th2 dominant cytokine production [75,132]. In F344 rats, there was no evidence for
dominance of one Th response over the other based on IgG isotypes. Unfortunately, spleen cells
from rats immunized with KLH in the absence of adjuvant do not produce detectable cytokine
response to KLH in vitro, so we were unable to assess cytokine production in these animals
(unpublished observations). The increase in serum antibody levels in young and old animals is
directionally opposite to the reports of sympathectomy-induced decreases in cell-mediated and
antibody responses in young mice in other studies [126,142] and suppressed antibody responses
in mice with SCID reconstituted with an antigen-specific Th2 cell line and antigen-specific B
cells [125]. In the latter study, this effect was partially reversed by treatment with NE.

To investigate sympathetic-immune modulation in mice whose splenic NA innervation is
maintained relatively well in old age, young and old mice were chemically sympathectomized
and immunized with KLH [5]. In contrast to the F344 rat, the anti-KLH antibody response is
reduced in NA-intact old mice. Sympathectomy reduced serum anti-KLH antibody titers (IgM,
IgG, IgG]; and IgG2i), KLH-induced proliferation, and increased IL-2, IL-4, and IFN-y produc-
tion by KLH-stimulated splenocytes in young, but not old, mice 6 days after immunization with
KLH, similar to the effects reported by Kruszewska et al. [132]. This effect was not consistent
with previous reports by Kruszewska and colleague [75,132] who reported enhanced KLH-
induced proliferation and increased anti-KLH responses in C57BL/6 mice. One major differ-
ence between the 2 studies was in housing conditions (single vs. group housed). The inability to
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detect sympathectomy-induced changes in immune reactivity to KLH in aged mice is consistent
with preliminary data from our laboratory demonstrating a striking attenuation of isoproterenol-
stimulated cAMP production in splenocytes from old mice. Other investigators have reported
impaired peripheral blood lymphocyte responsiveness to NE in elderly subjects [143-144],
resulting from a defect in (3-adrenergic receptor coupling with adenylate cyclase or the catalytic
capacity of adenylate cyclase [145-147]. These findings suggest an age-related block in sym-
pathetic-to-immune signaling in these strains of aged mice. Whether this is an adaptive and/or
protective compensatory mechanism to counteract the age-related increase in sympathetic activ-
ity awaits further investigation.

Our results demonstrate two types of responses of the sympathetic nervous system to ageing.
In the aged F344 rats, splenic NA nerves are markedly diminished, and yet the capacity to
respond to sympathectomy is intact, and is associated with an intact 6-adrenergic receptor signal
capacity within immune cells. In two strains of aged mice, where splenic NA innervation is
largely intact [5,59], B-adrenergic receptor signaling capacity in lymphocytes from these mice
is impaired. Although the biological relevance of differences in the response of the sympathetic
nervous system to ageing between aged mice and F344 rats is not known, it is possible that such
differences may contribute to individual differences present in aged human populations. It is also
possible that individual differences in immune reactivity that occur with age in human popula-
tions, for example, in response to vaccination [ 148] may be related to differences in the sympa-
thetic nervous system response to ageing. The nature of age-related changes in sympathetic NA
innervation may also be an influential factor in determining susceptibility to infectious disease
and other pathologies of the immune system with age.

5. SUMMARY AND CLOSING REMARKS

NA sympathetic innervation is an important constituent of the microenvironment of lymphoid
organs; maintenance of these nerves relies on the secretion of neurotrophins and other neuropro-
tective mechanisms. The dramatic alterations in NA innervation of lymphoid organs with age
indicate a change in the internal milieu with advancing ageing. The role of the sympathetic nerv-
ous system in immune modulation is complex, affecting cellular migration, activation and clonal
expansion, cytokine production, effector functions and immune cell trafficking. NE signaling
of the immune system is neither simplistic nor unidirectional; as a modulatory neurotransmitter
it differentially influences multiple cell types at multiple stages during an immune response.
Determining the nature and timing of neural-immune interactions is one of the major challenges
in this area of study.

Our results suggest that the sympathetic nervous system in some strains of rodents may exert
a greater influence on immune responses when the host is immunocompromised, as in ageing,
perhaps because of dampened or ineffective feedback mechanisms and/or readjusted homeo-
static set points in ageing. Since, the sympathetic nervous system is essential for immune com-
petence, altered sympathetic activity in lymphoid organs with ageing may put the elderly at risk
for diseases associated with the immune system, including infectious diseases, autoimmunity,
and cancer. This may be particularly true under stressful life events where the elderly display
reduced ability to cope with their environment. Investigating the temporal relationship between
age-related changes in immune function and NA innervation of lymphoid organs may provide
some insight into this issue. Future research in this area may lead to the development of behav-
iorally based therapies that either reduce stress or improve coping strategies in order to prevent
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disease or improve disease outcome.
A link between sympathetic dysfunction and immune senescence in ageing would suggest

that adrenergic agents may be useful for improving immune responsiveness to vaccines, or be
efficacious to the prevention or treatment of certain types of age-related illnesses. It may be pos-
sible to develop combination therapies that reduce the doses of cytokines required, when given
in combination with adrenergic agents or behavioral approaches, reducing side effects associ-
ated with cytokine treatments to which the elderly may be more sensitive. However, before these
strategies can be put in place further research is required to better understand the role of the
sympathetic nervous system in immune modulation in the elderly. It will be important in these
studies to examine strain and species differences, as these differences may lead to a predisposi-
tion of certain strains to particular types of illnesses that increase in frequency with advancing
age. Clearly, humans display wide variability in how they age, and how they age is likely to be a
significant factor in which diseases they become most susceptible to later in life.
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ABSTRACT

Gastrointestinal secretion and absorption of nutrients diminish with ageing, as does gastrointes-
tinal motility, whereas the incidence of gastrointestinal complaints such as reflux esophagitis,
earlier satiety, nausea and vomiting, and constipation increases. The gut neuroendocrine system
regulates the gastrointestinal functions, which are disturbed in the elderly, namely secretion,
absorption and motility. It is therefore conceivable that age-related changes take place, con-
tributing to the development of the gastrointestinal disorders seen in the elderly and to the
manifestation of the gastrointestinal symptoms. Age-related changes in the gut neuroendocrine
system are both numerous and complicated. It is difficult to distinguish between those that are
due to the inevitable process of ageing itself, and those that are secondary (adaptive) to them.
Ageing is accompanied by a general loss of neurons of the enteric nervous system and a change
in the density of gastrointestinal endocrine cells. These, together with structural and functional
changes in the gut and associated glands, may cause the adaptive changes in the enteric nervous
system and the gut endocrine cells that have been reported to have a great capacity of plasticity.
The accumulated data on the changes in gastrointestinal neuroendocrine system during ageing
could prove useful in clinical practice. Thus, a diet that regulates the release of a certain signal
substance of this regulatory system could be used to induce a desirable increase or a reduction
in this substance. Furthermore, an agonist or antagonist to the gut neuroendocrine system could
be utilized.

1. INTRODUCTION

Ageing is associated with several changes in gastrointestinal function such as gastrointestinal
secretion, and the intestinal absorption of fat, carbohydrates and probably proteins, which
diminish with age [1,2]. Furthermore, gastrointestinal dysmotility with slower gastric emptying
and prolonged large intestine transit, has been reported in the elderly [3,13]. Gastrointestinal
complaints such as reflux esophagitis, earlier satiety, nausea and vomiting, and constipation
have all been reported to increase with ageing [14]. Moreover, gastrointestinal malignancies rise
sharply with advancing age [15]. The gut neuroendocrine system is the local regulator of several
gastrointestinal functions, such as motility, secretion, absorption, local immune defense, micro-
circulation of the gut and cell proliferation [ 16-22]. As these gastrointestinal functions appear to
be affected by ageing, it is possible that age-related changes in this regulatory system contribute
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Figure 1. Schematic illustration of the anatomical structure of the gastrointestinal neuroendocrine system. (Supplied

kindly by Dr. Olof Sandstrom, Department of Medicine, University Hospital, Umea, Sweden).

to the development of gastrointestinal disorders evident in the elderly, and to the manifestation
of their symptoms.

The purpose of this chapter is to present an updated review of age-related changes in the neu-
roendocrine system, to speculate upon the possible role of these changes in the development of
gastrointestinal dysfunction in the elderly, and to predict their possible clinical implications.

2. THE NEUROENDOCRINE SYSTEM OF THE GUT

This system consists of two parts: (i) endocrine cells dispersed among the epithelial cells of
the mucosa facing the gut lumen, (ii) the peptidergic and serotonergic as well as nitric oxide-
containing nerves of the enteric nerve system in the gut wall (Figure 1). This regulatory system
comprises a large number of bioactive messengers (Table I). These substances exert their effects
by wiring transmission and volume transmission [39]. Wiring transmission is one-to-one trans-
mission including classical synaptic signaling. Volume transmission to distant targets is accom-
plished by neurocrine/endocrine means (releasing into the circulating blood from synapses or
endocrine cells), or by paracrine mode (by releasing into interstitial fluid to nearby targets). The
different parts of this system interact and are integrated both with each other and with afferent
and efferent nerve fibers of the central nervous system, especially the autonomic nervous system.
The signal substances of the neuroendocrine system may be co-localized in the same cell, or
stored separately in mono-expressed cells. Examples of co-localized signal substances are PYY
and enteroglucagon in colonic L-cells, serotonin and substance P in enterochromaffin (EC) cells,
and VIP, which co-localizes nitric oxide, gastrin releasing peptide (GRP) and enkephalins.



259

Table I Overview of the most important neuroendocrine peptides and other signal substances in the
neuroendocrine system of the gut.

* present = +; absent = —

Signal substance Action Endocrine Nerve Reference
cells* fibres*

Enteroglucagon Inhibits gastric acid secretion and pancreatic secretion + - Walsh, 1994

Somatostatin Inhibits intestinal contraction, inhibits gut exocrine and + + Chiba and
neuroendocrine secretion Yamada, 1994

Pancreatic Inhibits pancreatic secretion; stimulates gastric acid + - Mannon and
polypeptide (PP) secretion; relaxes the gallbladder and stimulates motility Taylor, 1994;

of the stomach and small intestine Walsh, 1994

Peptide YY (PYY) Delays gastric emptying; inhibits gastric and pancreatic + - Mannon and
secretion; ileal brake mediator; vasoconstrictor Taylor, 1994;

Walsh, 1994

Neuropeptide Y Inhibits pancreatic and intestinal secretion; decreases - + Mannon and
(NPY) gastrointestinal motility; vasoconstrictor - Taylor, 1994;

Walsh, 1994

Secretin Simulates pancreatic bicarbonate and fluid secretion; + - Leiteretal.,
inhibits gastric emptying and inhibits contractile activity 1994; Walsh,
of small and large intestines 1994

Vasoactive active Stimulates gastrointestinal and pancreatic secretion; - + Dockray, 1994a
polypeptide (VIP) relaxes smooth muscles in the gut and causes vasodilation

Gastric inhibitory Incretin; inhibits gastric acid secretion + - Pederson, 1994;
peptide (GIP) Walsh, 1994

Gastrin Stimulates gastric acid secretion and histamine release; + - Walsh, 1994
trophic action on gastric mucosa; stimulates contractions
of lower oeosphageal sphincter (LES) and antrum

Cholecystokinin Inhibits gastric emptying; stimulates gallbladder + + Liddle, 1994;
(CCK) contraction and intestinal motility; stimulates pancreatic Walsh, 1994

exocrine secretion and growth; regulates food intake

Substance P Stimulates smooth muscle contraction, vasodilator; + + Dockray, 1994b
inhibits gastric acid secretion

Motilin Induces phase III MMC (migrating motor complex), + - Poitras, 1994
stimulates gastric emptying and stimulates contraction of
LES

Neurotensin Stimulates pancreatic secretion; inhibits gastric secretion; + + Shulkes, 1994
delays gastric emptying and stimulates colon motility

Gastrin-releasing Releases gastrin, somatostatin, and some other endocrine - + Bunnett, 1994
peptide (GRP) peptides; stimulates pancreatic secretion and smooth

muscle contraction

Enkephalin Inhibits gastric and pancreatic secretion; delays gastric + + Dockray, 1994c
emptying and intestinal transit

Galanin Inhibits gastric, pancreatic and intestinal secretion; delays - + RSkaeus, 1994
gastric emptying and intestinal transit; supresses
postprandial release of some neuroendocrine peptides

Serotonin Stimulates gastric antrum and small intestinal and colonic + + Lindberg,
motility; accelerates gastric emptying and both small and 1995;Tally, 1992;
large intestinal transit Ohe et al.,1994

Nitric oxide (NO) Smooth muscle relaxation + + Whittle, 1994
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3. AGE-RELATED CHANGES IN THE GUT NEUROENDOCRINE SYSTEM

The age-related abnormalities were mostly observed in studies conducted in animal models,
especially rodents. Only a few studies concerning gut endocrine cells were made in humans.
The enteric nervous system has been investigated in autopsy material with unknown post-mor-
tems effect. The age-related changes observed in the neuroendocrine system were revealed by
either morphological or biochemical methods. Morphological changes are mostly represented
by an alteration in the density of cells and/or nerve fibers. These changes signify a change in
the anatomical units producing the bioactive signal substances and require time to develop and
endure over a period of time. An increase in the density of a certain cell type could indicate an
increased amount of the signal substance produced by this particular cell type and vice versa.
The other types of change observed are expressed as an increase or decrease in the concentration
or in coding m-RNA of a signal substance in tissue extracts from gut segments. These changes
develop rapidly in response to changes in the physiological conditions but are short-lived. An
increase in the level of a particular signal substance implies an increase in its synthesis, which
might or might not be accompanied by an increased release. A decrease in a signal substance, on
the other hand, could imply either reduced synthesis, or a high rate of synthesis and release.

3.1. Endocrine cells

In the human stomach, the density of the total endocrine cell population as detected by chrom-
ogranin, a general marker of endocrine cells, has been found to decline with age [40]. Further-
more, the density of somatostatin cells was also reduced in the elderly in the same study. The
plasma gastrin concentration recorded in the same individuals was however higher in women
over 55 years of age. The effects of ageing on the endocrine cells of both small and large intes-
tine have been investigated in biopsy material obtained by endoscopy (Figure 2) [41,42]. The
endocrine cell population was smaller in the small intestine, as detected by chromogranin A.
Among the endocrine cell types that were reduced in number were somatostatin cells, and GIP
cells. The other endocrine cell types appeared not to be affected by ageing. In the large intestine,
the density of both serotonin and somatostatin cells decreased with age. Measurements made in
tissue extracts of human large intestine mucosa have revealed that the somatostatin concentra-
tion also decreases with age [43].

Age-related changes in the endocrine cells of mice (NMRI) have been investigated system-
atically in the various segments of the gastrointestinal tract (Figures 3,4) [44-47]. It seems that
ageing affects several endocrine cell types in various gut segments. Thus, in the stomach, the
density of both gastrin cells and the concentration of gastrin in tissue extracts decreased with
age. Whereas the density of somatostatin cells was found to increase in old mice, the concentra-
tion of somatostatin in tissue extracts decreased. In the small intestine, the number of serotonin
cells increased in old mice. Whereas the density of secretin cells and the secretin concentration
in tissue extracts increased with age, those of somatostatin decreased [45,47]. In the colon, the
cell density of serotonin (Figure 5), PYY (Figure 6) and enteroglucagon increased with age [46].
Measurements of PYY and somatostatin in colonic tissue extract have shown that the concentra-
tion of these two peptides also increases with age [47].

Endocrine cells have been investigated in stomach and small intestine of nude mice (BALB/
c-nu) [48]. In this mouse, the total number of endocrine cells, as detected with the Grimelius
argyrophilic reaction, increased with increasing age, in both stomach and small intestine. The
density of serotonin cells increased in both stomach and small intestine of old mice, whereas the
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Figure 2. Age-related changes in the densities of different endocrine cell types in the small and large intestine of humans.

G1P= gastric inhibitory peptide; CCK= cholecystokinin; PYY= peptide YY; PP= pancreatic polypeptide. [Data from 41

and 42].

gastrin cell population was depleted in the stomach. The authors also found that apoptotic index
of epitheliocytes rose with advancing age in these mice. One should bear in mind, however, that
nude mice have no thymus and consequently lack cell-mediated immune defense.

It appears that the changes in the gastrointestinal endocrine cells observed in elderly humans
differ from those observed in old rodents. This could be due to species-related difference, to the
fact that the rodents examined were relatively older than the humans investigated or to a combi-
nation of these factors. It is of course important to be cautious when extrapolating data obtained
from animal models to humans.
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Figure 3. Changes in number of different endocrine cell types with ageing in various gastrointestinal segments of mice.

Abbreviations as in Figure 2. [Data from 44-46].

3.2. The enteric nervous system

The number of nerve cells in the myenteric ganglia of the human esophagus, small and large
intestine, was found to decrease with ageing [49—51]. Similar results have been reported in the
small intestine of guinea pigs [52], in the different segments of the mouse gastrointestinal tract
[53], and in the small and large intestine of rat [54,55]. Despite the age-related depletion of neu-
rons in the myenteric plexus, the volume density of nerve fibers in different gut segments is not
affected in mice [53]. The number of neurons in the submucosal ganglia in different segments of
thee gastrointestinal tract of mice decreases with ageing (Figure 7) [53]. However, the volume
density of the nerve fibers in the submucosa of the murine gastrointestinal tract is not affected by
ageing (Figure 7) [53]. In the wall of the small intestine of senile vis-d-vis young rats the number
of nerve fibers were depleted [56].

Whereas substance P, VIP, and somatostatin nerve fibers have been reported to decrease in
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Figure 4. Concentrations of different endocrine peptides in various parts of the gastrointestinal tract at different ages in

mice. Abbreviations as in Figure 2. [Data from 47].

small intestine of old rats [56], no age-related changes were found in rat small intestine nerve
fibers immunoreactive to substance P, VIP, somatostatin, NPY and enkephalin [55] in the same
animals. The number of nitric oxide synthase (NOS)-immunoreactive neurons and their synthe-
sis in the colonic myenteric plexus are reportedly reduced in aged rats [57]. Substance P, and VIP
calcitonin gene-related peptide (CGRP) innervations have been investigated in lower esophageal
pyloric and ileocecal sphincters of old rats [58]. In the lower esophageal sphincter, substance P
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4. AGE-RELATED CHANGES AND GASTROINTESTINAL DISORDERS IN THE
ELDERLY

It was quite evident from the previous presentation that age-related changes in the gut neuroen-
docrine system do occur. These changes are both numerous and apparently complex. This is not
surprising, as the gut neuroendocrine signal substances interact and integrate both with each
other and with the endocrine system, as well as with the autonomic and central nervous systems.
It is difficult to distinguish between the changes, which are due to the inevitable process of
ageing itself, and alterations that are secondary (adaptive) to them.

Figure 5. Serotonin-immunoreactive cells in colon of a 3-month-old mouse (A) and of a 24-month-old mouse (B).

and CGRP innervations changed with ageing, whereas VIP-innervation did not. In the pyloric
sphincter, there was an increase in substance P- and CGRP- immunoreactive nerve fibers, but a
decrease in VlP-fibers. In the ileocecal sphincter, substance P- and VIP-immunoreactive nerve
fibers increased with ageing. Radioimmunoassays of tissue extracts of various gastrointestinal
segments of the mice have revealed that the neuroendocrine peptide concentrations tend to
decrease with ageing (Figure 8), excepting for colonic substance P, which increases in old mice
[47].
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Figure 6. Colonic peptide YY (PYY)-immunoreactive cells in a 3-month-old mouse (A) and of a 24-month old mouse

(B).

The process of ageing is accompanied by a general loss of neurons of the enteric nervous
system and change in the density of gastrointestinal endocrine cells. Structural and functional
changes in the gut, pancreas and biliary pathways have been reported in the elderly human
[59]. These together may engender adaptive changes in the enteric nervous system and in the
gut endocrine cells, which have been reported to have a great capacity for plasticity [39]. What
supports this assumption is the fact that despite the decreased number of neurons in the enteric
ganglia with ageing, the density of the nerve fibers remains the same. As the neuroendocrine
signal substances of the gut have multi-actions and more than one target organ, adaptive changes
that intended to correct a process may provoke a disorder in another process. One example is
the increase in secretin, which believed to be secondary to the decline in pancreatic exocrine
dysfunction. This increase would inhibit gastric emptying as seen in the elderly. Although this
might appear to be highly speculative, it could nevertheless serve as a working hypothesis for
further studies.
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Figure 7. Protein gene-product (PGP) 9.5 -immunoreactive submucosal ganglion (arrow) in a 3-month-old mouse (A)

and in a 24-month-old mouse (B). Sumucosal PGP 9.5-immunoreactive nerve fibers (double arrow) in a 24-month-old

mouse (C). All are in the duodenum.

5. CLINICAL IMPLICATIONS

No doubt, the gastrointestinal disorders seen in the elderly are multifactorial. Manifestations of
diseases to which the elderly are particularly susceptible and side effects of the increased medi-
cation in the elderly are important factors. However, age-related alterations in the neuroendo-
crine system should be considered as one of these. Finding of such changes could be useful and
can lead to the use gastrointestinal neuroendocrine signal substances as tool for treatment. The
accumulated data concerning the changes in gastrointestinal neuroendocrine signal substances
in ageing should therefore be of advantage in clinical practice. Thus, in cases where a gut signal
substance increase (or decrease) is desirable, any diet that regulates the synthesis of this sub-
stance and its release can well be adapted, or a receptor agonist (or antagonist) can be utilized.
(Agonists and antagonists to most neuroendocrine signal substances are available.) Among these
substances are serotonin agonists and antagonists that are now undergoing clinical trials in other
gastrointestinal motility disorders.



267

Figure 8. Concentrations of different neuroendocrine peptides in various parts of the gastrointestinal tract at different

ages in mice. Abbreviations as in Figure 2. [Data from 47].

6. CONCLUSION

Ageing is associated with alteration of the gut neuroendocrine system. These changes appear to
be caused by normal ageing processes and by an adaptive response to the age-related changes
in the gastrointestinal tract and associated glands. Changes in the neuroendocrine system with
ageing, both primary and secondary, could be one of the factors causing gastrointestinal dis-
orders encountered in the elderly. Data regarding changes in gastrointestinal neuroendocrine
signal substances in ageing could well be useful in clinical practice and lead to their application
for treatment.
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ABSTRACT

Experimental dietary restriction (DR), vitamin E-deficiency and chronic ethanol administration
were carried out on laboratory animals of different age to assess the role of nutrition on brain
ageing. In DR mice, we measured the ultrastructural features of hippocampal synapses. The
synaptic numeric density (Nv) was significantly increased, while the synaptic average size (S)
was significantly reduced in old DR mice vs. ad libitum fed controls. These balanced changes
resulted in a significant increase of the overall synaptic contact area/(im3 of tissue, i.e. surface
density (Sv) in DR mice. Smaller contact zones were increased in old DR mice vs. ad libitum
fed controls. Nv, S and Sv reliably report on synaptic plastic rearrangements, thus DR appears to
be able to modulate positively synaptic structural dynamics in the ageing hippocampus. In adult-
vitamin E-deficient rats and normally fed controls, we measured the intranuclear ionic content
by means of X-ray microanalysis. K+content resulted significantly increased in vitamin E-defi-
cient rats, supporting the idea that the cellular membrane permeability of this ion is markedly
impaired. In the cerebellar cortex and hippocampus of vitamin E-deficient animals we found that
synaptic Nv and Sv were significantly decreased while S was increased: a pattern typical of the
old animals. Computer-assisted morphometry of Purkinje cell mitochondria positive to succinic
dehydrogenase (SDH) activity documented that in vitamin E-deficient animals the organelles'
volume fraction as well as their average volume were significantly reduced. Vitamin E is a well
known biological antioxidant able to quench the lipid peroxidation chain and to protect from
free radical attacks, thus our data support that an increased oxidative stress occurs in adult vita-
min E-deficient rats. Chronic alcohol intake in adult rats resulted in a significant increase of K+,
a decrease of Na+ and no change in Cl. Chronic ethanol intake in old rats vs. controls of the
same age showed no change in K+ content, whereas both Na+ and Cl" decreased significantly. In
adult ethanol-treated rats vs. their controls, synaptic Nv, S and Sv decreased significantly. In the
old ethanol fed animals vs. age-matched controls, synaptic Nv and Sv decreased, while S was
reduced at a not significant extent. These data confirm that neuronal membranes are markedly
deteriorated by ethanol and that the excessive dietary intake of this alcohol affects their permea-
bility and plasticity. Taken together, the findings of the three experimental dietary manipulations
studied by us support the critical role of nutrition on the occurrence of age-related alterations
in the brain. Namely, dietary components are significantly involved in various stages of the cel-
lular antioxidant defense mechanisms and this appears to be of critical importance for the health
status of the postmitotic nerve cells.
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1. INTRODUCTION

Physiological ageing may be defined as a progressive loss of the capacity of a given organism
or cell to maintain homeostasis. This appears to be particularly true for postmitotic cells, e.g.
neurons. Following neuronal maturation, changes occur with time which underlie an increasing
vulnerability to environmental challenges leading to impair the ability of this type of cells to
survive. Although several theories on the causes of ageing have been proposed on the basis of
reliable experimental data, at present what can be reasonably supported is that in most organisms
senescence occurs because the action of long-term, low intensity stressors are not fully coun-
teracted by protective and repair functions [1]. Oxidative damage due to aerobic metabolism, is
intrinsic to living processes and it is the most investigated cause of stress. Degradation or inacti-
vation of important biological molecules may result from defective control of oxygen reactions,
although prevention of such damage can be carried out by providing molecules that compete for
oxygen, or by lysing, removing, repairing damaged molecules. The antioxidant cell potential,
i.e. all the antioxidant protective mechanisms, involve the complex organisation of intracellular
components, thus the susceptibility to oxidative injury of a given cell or tissue is function of
the overall balance between the degree of oxidative stress and antioxidant defence capabilities.
Despite the important role of oxidative stress in ageing and in the aetiology of some pathologi-
cal conditions is well documented, much of the research has been focused on intense and acute
stress conditions, while few studies have been carried out on long-term, low intensity oxidative
damage which may occur continuously or frequently throughout the individual lifespan.

Nutrients are essential for all fundamental cellular processes, thus they may be supposed to
carry out a long lasting modulation on cellular oxidative damage as well as antioxidant defence
mechanisms. To assess the potential role of nutrition in brain ageing processes, we carried out
studies in adult and old rats undergone dietary restriction, vitamin E deficiency and chronic
alcohol administration.

2. NUTRITIONAL INTERVENTIONS AND METHODS

2.1. Dietary restriction

2.1.1. Animals and diet

Twenty male CD-COBS rats were divided into four groups each consisting of 5 animals: 1)
14-month-old control rats fed ad libitum with the standard diet (14AL); 2) 27-month-old con-
trol rats fed ad libitum with the standard diet (27AL); 3) 14-month-old rats fed a hypocaloric
diet from weaning (14DR); 4) 27-month-old rats fed a hypocaloric diet from weaning (27DR).
Caloric regimen: at weaning, 50% of the lipids and 35% of carbohydrates of the standard pellet
were replaced by fibres.

2.1.2. Quantitative analysis of synoptic dynamic morphology

Anaesthetised rats were perfused through the left ventricle with saline followed by 2.5% phos-
phate buffered glutaraldehyde (pH 7.4). Tissue sections from the hippocampi were stained by
means of the ethanol phosphotungstic acid (E-PTA) preferential technique (Figure 1) accord-
ing to a procedure set up in our laboratory [2-4]. Considering the hippocampal dentate gyrus



Figure 1. Electron microscopic picture of synaptic contact zones positive to the ethanol phosphotungstic acid (E-PTA)

preferential staining procedure: the junctional areas are sharply stained against a pale background (arrows). Bar = 0.5

u.m.

granular layer as a reference structure [5], sampling was performed in the neuropil just above
the cell bodies. A systematic random sampling was carried out by means of a Kontron KS300
computer-assisted image analysis system equipped with a TV camera directly connected with
the electron microscope image plate. The actual number of fields/group of animals was deter-
mined by the progressive means method: collection of data was terminated when the standard
error of the mean (SEM) for each parameter was less then 5%. On coded samples unknown to
the operator, the following parameters were semiautomatically measured by applying currently
used morphometric formulas [3,4,6,7]: the number of synapses/iim3 (synaptic numeric density:
Nv), the average synaptic area (S) and the total area of the synaptic contact zones//|J.m3 of tissue
(surface density: Sv).

2.2. Vitamin E deficiency

2.2.1. Animals and diet

Young rats of 1 month of age were fed for 10 months with a vitamin E-deficient diet [8]. Control
littermates, as well as young (3 months) and old (30 months) animals were fed with the normal
laboratory chow. The vitamin E-deficient rats and age-matched controls were sacrificed at the
age of 11 months.

275
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Figure 2. Succinic dehydrogenase (SDH)-positive mitochondria in a Purkinje cell soma. The activity of the enzyme

(dark spots inside the organelles) has been evidenced by the copper ferrocyanide method as described in the text. N:

nucleus of the Purkinje cell. Bar = 0.5 |itn.

2.2.2. Quantitative analysis ofsynaptic dynamic morphology

The ultrastructural features of the synaptic junctional areas in the dentate gyrus supragranular
layer were measured in rats of different ages (3, 11, 30-month-old animals) and in vitamin E-
deficient rats as described above for DR animals.

2.2.3. Quantitative cytochemistry of succinic dehydrogenase (SDH) activity in Purkinje cell
mitochondria

SDH, a key enzyme of the respiratory chain, is located at the inner mitochondrial membrane and
it is reported to be of critical functional importance when energy request is high [9,10]. Thus,
quantitative estimation of its activity may reliably report on the mitochondrial competence to
provide adequate amounts of adenosinetriphosphate (ATP). SDH-positive mitochondria were
studied in cerebellar Purkinje cell perykaria of 3, 11, 30 month-old animals as well as in 11
month-old vitamin E-deficient rats. Preferential cytochemistry of SDH activity was carried out
by the copper-ferrocyanide technique according to Kerpel-Fronius and Hajos [11] (Figure 2).
The number of SDH-positive mitochondria/|J,m? of cytoplasm (Numeric density: Nvm), the aver-
age volume of the single mitochondrion (V) and the total mitochondrial volume/|J.m3 of cyto-
plasm (Volume density: Vv) were the parameters measured in our study according to currently
used morphometric formulas [12].
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Figure 3. Scanning electron image of a freeze-fractured, dried and carbon sputtered sample of rat hippocampal pyrami-

dal cell CA1 prepared for X-ray microanalysis. The nucleus (N) and the nuclear membrane (arrows) are easily identifi-

able. Ax: axon Bar = 2 \im.

2.2.4. Intmcellular ionic content

The brains of 1, 11 and 24 month-old rats were quickly exposed from the skull after decapitation.
The tissue samples were prepared according to a procedure set up in our laboratory [13]. Our
microanalysis technique enabled us to measure the content of light elements, i.e. Na+, CI, K+, in
selected compartments (nucleus and cytoplasm) of dried cells [8]. Although fine ultrastructural
details of nerve cells can not be seen by using our procedure, we were able to recognize neuronal
nuclei (Figure 3) and to measure their ionic content. We calculated the peak to background ratio
for Na+, Cl~, K+ and referred these values as percent of biological dry mass. White counts were
taken from 4 to 6 Kev range where no characteristic peak is present [13,14].

2.3. Chronic ethanol administration

2.3.1. Animals and diet

Adult (11 months of age) and old (24 months of age) animals were fed with laboratory chow
and 32% ethanol in 25% sucrose solution (w/v) in the drinking water according to Porta et al.
[15]. The alcohol-sucrose solution was administered ad libitum to individually housed animals
for 4 weeks. Control rats received a solution where ethanol was isocalorically substituted with
sucrose. Intake of the drinking water was measured daily and showed an average consumption
of 10-12 grams of ethanol/Kg body weight.

2.3.2. Quantitative analysis of synaptic dynamic morphology

As described above for DR animals, we carried out a computer-assisted morphometric study on
the ultrastructural features of the synaptic junctional areas in the dentate gyrus supragranular
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Figure 4. A: summary of the results obtained on synaptic morphometry in dietary restricted (DR) and ad libitum fed

(AL) rats of different ages (14 and 27 months of age). To compare all together the three parameters taken into account,

we have used arbitrary units (ordinate). * Statistically significant vs. the other groups investigated. • Statistically differ-

ent from DR 14 group.

B-E: percent distribution of synaptic size (S) in ad libitum fed rats and dietary restricted animals. An increased comple-

ment of smaller junctional areas can be clearly envisaged in dietary restricted animals.

layer from ethanol treated rats and isocalorically fed animals of the same age.

2.3.3. lntracellular ionic content

The right hippocampus was excised from each animal and prepared for X-ray microanalysis
as described above. This study was carried out in the nuclei of hippocampal CA1 pyramidal
neurons.
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Figure 5. Summary of the results obtained on synaptic morphometry in young, adult and old rats and in adult, vitamin

E-deficient animals. * Statistically significant vs. the 11-month-old group. • Statistically significant vs. the other groups

investigated. Lower histogram: percent distribution of synaptic size (S) from young, adult and old rats and from adult,

vitamin E-deficient animals. Higher percentages of enlarged contact zones are present in vitamin E deficient animals vs.

age-matched controls.

3. RESULTS

3.1. Dietary restriction

Figure 4A summarises the results we have obtained on synaptic ultrastructure in adult and old
dietary restricted rats. In AL27 rats Sv is significantly lower than in the other groups investi-
gated. No change was found comparing DR14, DR27 and AL14 rats.

Nv decreased by about 18% in AL27 vs. AL14 animals, however this difference was not sig-
nificant. A significant increase of the synaptic numeric density is clearly evident both in DR14
and DR27 groups compared with AL age-matched controls. No significant difference was envis-
aged comparing DR14 and DR27 groups of rats. In AL27, Nv was significantly lower than in
DR14 animals. S significantly increases with age in AL27 vs. AL14 animals. DR14 and DR27
show a decrease of this parameter vs. their AL littermates, however only in DR 27 rats vs. the
AL27 ones the difference was significant. DR14 and DR27 animals showed the same value of
S. The percent distributions of S, reported by histograms B-E, show that in DR14 and DR27
rats the junctional areas smaller than 0.08 jj,m2 are markedly increased and account for 72 and
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Figure 6. Summary of the results obtained on morphometric studies of SDH-positive mitochondria in Purkinje cell

perykarion. Vitamin E deficiency resulted in a marked reductions of the three parameters taken into account. * Statisti-

cally significant vs. the 11-month-old control group.

48%, respectively. Conversely, in AL14 and, at a higher extent in AL27, the percent of enlarged
contact zones (surface area > 0.12 Lim2) is consistently higher than in the respective age-matched
DR groups.

3.2. Vitamin E deficiency

Figure 5 reports the results of our morphometric investigation on the synapses of the hippocam-
pal dentate gyrus from rats of different ages and vitamin E-deficient animals. Sv is unchanged
between 3 and 11 months of age, but significantly decreases in the old animals. Nv significantly
increases in the normally fed adult animals, in contrast with the other age groups analysed. S is
significantly smaller at 11 months of age and it is larger in the old rats than in the other groups
of age. Vitamin E-deficiency, unlike control condition, resulted in significant decreases of Nv
and Sv, while S was not significantly increased. In a comparison with 30-month-old animals,
the vitamin E-deficient group showed a significant decrease of Sv and S, while Nv was signifi-
cantly increased. The lower histogram reports the percent distribution of S: it is clearly evident
that, with advancing age, the percentage of larger contact areas markedly increases. Vitamin E-
deficient animals vs. control littermates as well as old rats showed higher percentages of larger
junctional areas.

The results obtained on SDH-positive mitochondria in Purkinje cell perykaria are shown
in Figure 6. Vv is constant between 3 and 11 months of age, but in old rats it is significantly
decreased. Nvm increases in adult vs. young animals, but in old rats it is significantly lower
than in the other groups of age. V is significantly decreased in adult than in young group and
further decreases in old animals. The vitamin E-deficient rats showed no change of Nvm and a
marked decrease of Vv in a comparison with all the age groups investigated. In the vitamin E-
deficient animals, V is significantly lower than in 3 and 11 month-old normally fed rats, but it is
unchanged when compared with the 30 month-old group.

Figure 7 shows the intracellular ionic content of brain cortical cells from rats of different ages
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Figure 7. Intracellular monovalent electrolyte content of brain cortex cells in young (1), adult (I I) and old (24) rats and

in adult, vitamin E-deficient (11 -E) animals. * Significantly different from the other groups of age investigated. • Statisti-

cally different from 11-month-old rats.

and in adult, vitamin E-deficient animals. The K+ content increases, at a not significant extent, in
rats of 11 and 24 months of age. Na+ content is unchanged between 11 and 24 months of age, but
it is significantly higher in the 11 month-old group than in the 1 month-old animals. The Cl con-
tent significantly decreases at 11 months of age and is significantly higher in old animals than in
the other groups investigated. In vitamin E-deficient rats vs. the other three groups investigated
we found an increase of the total intracellular ionic content due to a significant increase of intra-
cellular K+ ions. In a comparison with the old group of animals, the adult vitamin E-deficient rats
showed a lower content of Cl", while Na+ content was unchanged.

3.3. Chronic ethanol administration

The effect of alcohol administration on synaptic ultrastructural features are summarized in
Figure 8. In ageing, we found a significant decrease of synaptic Nv and Sv, while S was signifi-
cantly increased. In adult rats, chronic ethanol administration resulted in a significant decrease
of all the three parameters taken into account. Old alcohol treated animals showed a significant
decrease of Sv and Nv, whereas S decreased at a not significant extent. In Figure 8 the lower
histograms B and C show the percent distribution of the synaptic average size (S). It is clearly
evident that the complement of smaller contact zones is markedly increased by ethanol admin-
istration both in adult and old rats.

Figure 9 reports the results of intracellular ionic content in adult and old animals chronically
treated with ethanol. Alcohol administration to adult rats resulted in a significant reduction of
Na+ and an increase in K+, while Cl" was almost the same. In old ethanol-treated animals, the
intracellular ionic content decreased as compared with age-matched controls and this appeared
to be almost due to a significant decrease in Na+ content since K+ and Cl~ were not significantly
decreased [16]
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Figure 8. A: summary of the results obtained on synaptic morphometry in adult and old rats chronically treated with

ethanol. Both in adult and old rats chronic ethanol administration resulted in significant reductions of number and total

area of the contacts. * Statistically significant vs. age-matched ethanol-treated group. B-C: percent distribution of syn-

aptic size (S) from adult and old rats and from ethanol treated animals of the same age. Both in adult and old treated

animals an increase in the percent of smaller junctional areas was clearly envisaged.

4. DISCUSSION

4.1. Dietary restriction

4.1.1. Synaptic dynamic morphology

The main finding of our investigation on dietary restriction is that the reduced food intake
resulted in a positive and functional modulation of the synaptic structural dynamics both in adult
and old rats. In details, DR14 and DR27 animals vs. their AL controls showed higher Nv values
together with an increased complement of junctional areas of smaller size. In ageing, the final
outcome of dietary restriction is represented by an increased total area (Sv) in DR27 rats so that
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Figure 9. Intracellular monovalent electrolyte content of CA1 hippocampal pyramidal cells in adult and old rats and in

ethanol treated animals of the same age. In adult-treated rats, K+ increases and Na+ decreases significantly, respectively,

vs. age matched controls. In old-treated rats, Na+decreases significantly vs. age-matched controls. *Statistically signifi-

cant vs. age-matched control groups.

the age-related decrease of this parameter is no longer apparent.
The current literature on synaptic structural dynamics supports that number (Nv) and size (S)

of the synaptic contact zones are in an inverse relationship which aims at maintaining constant
the value of Sv [3,17,18]. Thus, while these three parameters are reporting on particular aspects
of synaptic morphology, when considered together per experimental group, they account for the
reciprocal rearrangements occurring in the physiological responsive adaptation to environmental
stimuli. On the basis of these concepts, it appears that dietary restriction is able to counteract
significantly the age-dependent decrease of Sv through a positive balance between Nv and S.
The biological significance of this balance is still debated, however higher synaptic densities
are associated with better performances of the central nervous system (CNS), while reductions
in synaptic number together with enlargement in size of the surviving contacts are reported to
occur in adverse and pathological conditions [3,4,17,19,20]. Conceivably, maintenance of a high
number of small junctional zones appears to represent a functional task not only for routine CNS
functions, such as learning and memory, but also for a proper response to environmental stimuli
[21-23].

To give tenable interpretations of the effects of dietary restriction on the synaptic adaptive
potential, some current concepts regarding synaptic functional rearrangements must be taken
into account. As a consequence of stimulation, synaptic contact zones are reported to: I) enlarge,
II) perforate and III) split to yield an increased number of smaller contacts which, in turn, may
be reinforced or degraded [22,24]. By improving cell-to-cell communication, this cycle of events
is supported to strengthen the synaptic network within the discrete CNS areas undergone stimu-
lation. In this context, the increased complement of smaller synapses in DR animals (Figure 4)
suggests that: I) the smaller junctions are better preserved by the reduced caloric intake; II) the
cycle of steps purported to remodel the synaptic network is better accomplished in a dietary
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restricted regimen. These two assumptions do not exclude each other: both may be supposed to
act positively on the synaptic potential for plasticity by considering that the many determinants
(protein synthesis, energy metabolism, axonal transport etc.) able to modulate synaptic functions
may be up regulated by dietary restriction [25-28].

Although the mechanism(s) by which a reduced caloric intake retards many age-related
alterations is yet unknown, there is a wide consensus proposing that dietary restriction triggers
a multifactorial process responsible of a decreased cellular load of labile and damaged pro-
teins, lipids and DNA [29]. Several experimental data, support that caloric restriction positively
modulates free radical metabolism by reducing the generation of reactive oxygen species and
thus exerting its anti-ageing effect [30,31]. This action appears to be of very critical functional
significance for the postmitotic nerve cells, which are characterised by high lipid content and
high oxygen consumption [32]. These concepts support that the higher percent of smaller syn-
apses in DR animals may be the reasonable outcome of the splitting of larger contact zones or
of the improved preservation of the persisting junctions. In turn, the present findings document
that dietary restriction is capable of a positive modulation of the synaptic dynamic morphology,
which may be due to the many reported effects of a reduced caloric intake on free radical genera-
tion and/or control [26,30,31,33].

4.2. Vitamin E deficiency

4.2.1. Synaptic dynamic morphology

Our results document that both in ageing and vitamin E-deficiency the number of synapses (Nv)
decreases and, despite a significant increase of the average size of the persisting junctional zones
(S), the final outcome is a significant reduction of the total synaptic area (Sv). The distribution of
S showed that, from adulthood to old age and in adult-vitamin-E-deficient animals, the percent
of enlarged contact zones increases. According to the concepts reported above, a significant
synaptic enlargement may be considered a well categorised step of the process(es) responsible
of the morphological modulation of the nerve cell terminal areas to environmental stimulations.
In this context, an increased oxidative stress, due to the absence from the diet of the biological
antioxidant alpha-tocopherol, may be supposed to result in an impaired synaptic resharpening
following reactive synaptogenetic processes.

Synaptic junctions are functionally differentiated areas of the neuronal membrane, they are
very abundant in unsaturated lipids as clearly demonstrated by the marked osmium tetroxide
staining. While the molecular composition of these peculiar sites of the nerve cell membrane
entails them a high degree of fluidity, which represents a necessary prerequisite for their proper
performances and dynamic plasticity, it also constitutes the structural feature determining their
high vulnerability to peroxidations, as it appears to be supported by our present findings.

4.2.2. SDH activity in Purkinje cell mitochondria

As shown by Figure 6, SDH activity in perykarial Purkinje cell mitochondria decreases in old
rats because of the reduction in number and size of the positive organelles. Also the vitamin
E-deficient group showed decreases of the three parameters analysed. SDH molecules are
completely synthesised by nuclear genes [34], then they are transported into the mitochondria
and metabolically activated by mitochondrial DNA intervention. Conceivably, quantitative esti-
mation of SDH activity, besides providing information on metabolically activated organelles,
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reports also on interactions between nuclear and mitochondrial genomes. A clear age-related
impairment in SDH activity can be envisaged by our findings, which report that a vitamin E-
deficient diet is responsible of similar changes in adult animals. SDH molecules are inserted
into the mitochondrial inner membrane and their activity is closely coupled with the structural
integrity of the surrounding molecular environment where it is located [35]. Thus, an increased
deterioration of the mitochondrial membrane may be hypothesised to explain the present find-
ings, although also a defective interaction between nuclear and mitochondrial genomes may
contribute to a significant extent.

4.2.3. Intracellular ionic content

Both in ageing and vitamin E-deficiency, we found an overall increase of the intracellular
ionic concentration. This appeared to be due to the very significant increase of K+ ions. This
electrolyte has been reported to contribute at a large extent to the regulation of the intracellular
ionic strength, which in turn, may consistently modulate DNA functions. It is well proven that
histones neutralise the negative groups of DNA, however within the nucleosomes only 15 to
50% of the charges are neutralised and the result is that chromatin is negatively charged [36].
Neutralisation of chromatin negative groups is very important for DNA stabilisation and it is
accomplished also by maintaining, in a physiological range, the intracellular concentration of
positive ions [36-38]. On the basis of these concepts, we support that the reported increase of
K+ ions may affect the physicochemical properties of chromatin through sterical hindrance of
enzymes, displacements of histones and abnormal DNA unfolding. In turn, altered nuclear func-
tions (e.g. template activity) may also impair the ongoing supply of spare parts to the nerve cell
terminal regions and contribute to the degeneration of the synaptic junctional areas. In addition
to these changes specifically revvvvlevant to DNA performances, an increased concentration of ions
in the cytoplasm is documented to alter the physicochemical properties of the cellular colloidal
system, which results in longer lifetime of the enzyme-substrate complexes [39]. The increased
intracellular K+ content documented by the present studies may find a reasonable explanation in
the relevant changes of lipid composition of the cellular membranes reported both in ageing and
vitamin E-deficiency [40]. As a matter of fact, if the rigidity of the cellular membranes increases,
the K+passive flow to the extracellular space is markedly impaired. In addition, it has been docu-
mented tvhat the proper functioning of the Na+/K+ pump is tightly coupled with the surrounding
lipid environment and any decrease in membrane fluidity has been reported to stimulate its
activity [41], thus both in ageing and vitamin E-deficiency it may be supposed that K+ ions are
pumped into the cells at a high rate, but they are slowly eliminated with the final result of an
increased intracellular K+ content.

4.3. Chronic ethanol administration

4.3.1. Synaptic dynamic morphology

Synaptic ultrastructure is markedly affected both in adulthood and ageing by alcohol admin-
istration, as clearly documented by the reduction in number of contacts (Nv) and of the total
junctional area (Sv) among nerve cells. The increased complement of smaller synapses observed
in the treated animals vs. controls (Figure 8 B and C) regardless of the age of the animals, sup-
ports the idea that the synaptic adaptive potential is significantly impaired by alcohol treatment.
Namely, considering the cycle of steps of synaptic remodelling mentioned above, the increased
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percentage of smaller contacts may be interpreted as an insufficient compensation unable to
counteract the damaging effects of ethanol.

Despite no clear-cut mechanism(s) of action of ethanol has been demonstrated so far, acute
or chronic intake of this alcohol appears to affect CNS membranes structure. Disordering, flu-
idising, rigidizing effects on plasma membranes have been demonstrated following treatment
of laboratory animals [42]. Namely, chronic ethanol intake appears to develop a sort of toler-
ance which is supposed to be due to modifications in the composition of the lipid moiety of
the plasma membrane structure, e.g. increase of the cholesterol/phospholipids mole ratio and
decrease of membrane fatty acid unsaturation [43,44]. In agreement with these biochemical
results, we interpret our present findings to represent age-related adaptive changes of the synap-
tic membranes to ethanol intake. As mentioned above, synaptic membranes are very fluid zones
of the neuronal membrane because of their very high content in polyunsaturated fatty acids [45],
thus it can be hypothesised that ethanol administration may impair synaptic plastic potential by
decreasing the unsaturation of nerve cell terminal zones. In physiological ageing, a condition
where the chemical composition of all types of cellular membranes is markedly altered [46],
alcohol intake may selectively affect high fluid and sensitive zones of postmitotic nerve cells,
e.g. synaptic junctional areas.

4.3.2. Intracellular ionic content

Our present findings support that the permeability of the cellular membrane is markedly affected
by ethanol administration in adult rats as documented by the increased intracellular ionic content
due to K+ ions (Figure 9). In old animals, ethanol administration appeared to be less harmful in
affecting neuronal membrane permeability functions since only a significant decrease in Na+

was demonstrated in treated rats, whereas K+ was unaltered. The rationale for such an interpre-
tation is supported by the fact that the membrane bound N+/K+-ATPase needs a defined range
of membrane fluidity. Conceivably, if the rigidity of the membrane structure is increased, e.g.
ageing, a higher number of N+/K+-ATPase molecules are activated. This assumption is supported
by the results of Sun and Sun [41] reporting an increased activity of this enzyme in neurons
froms of ethanol intoxicated as well as vitamin E-deficient laboratory animals.

5. CONCLUSIONS

Primary causes of the ageing process, defined as the time-related loss of the cellular capacity to
maintain homeostasis, have been claimed to be free radical attacks originating physiologically
from cellular oxidative phosphorylation [47]. Living cells, through repeated events in evolution,
have improved their defense mechanisms to inactivate free radicals and it has been suggested
that the life-span of a given species depends on the balance between free radical production rate
and the efficiency of cellular protecting mechanisms [48,49]. In agreement with this rationale,
any impairment in free radical control may result in a potential threat to longevity. This is par-
ticularly true for postmitotic cells, e.g. neurons, although current data document a lifespan reac-
tive plasticity of the fully differentiated CNS able to counteract time- and/or pathology-related
changes. Namely, brain ageing may be thought of as a particular condition in which specific
pathological changes are found without clinically evident manifestations: nerve cell alterations
are continuously counteracted by compensating reactions. As a consequence, deterioration of
function occurs when the number of neurons and of their connections decrease below a criti-
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cal reserve level and coping with environmental stimulations becomes difficult [50,51]. In this
context, our findings lend further support to the concept that the control of free radical rate plays
an important role in brain ageing processes. With specific reference to dietary interventions, it
appears that nutrients are able to modulate some changes occurring in the senile CNS. Namely,
dietary components are critically involved in various stages of the cellular antioxidant defense,
thus a proper nutrition may be of help in maintaining cellular homeostasis and in prolonging a
healthy lifespan.
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ABSTRACT

Production of nitric oxide (NO) in the cell is catalysed by NO synthase (NOS), which using
L-arginine and oxygen as substrates, synthesises NO. Normally cells express neuronal and/or
endothelial NOS (nNOS and eNOS, respectively) producing nanomolar NO. Under inflamma-
tory conditions cells express inducible NOS (iNOS), which, once expressed, produces micro-
molar NO. Since micromolar NO could elicit damage to cells, iNOS expression is time-spatially
finely regulated.

Recent evidence points out the possible interaction between n/eNOS and iNOS. Under inflam-
matory conditions interferon-y, tumour necrosis factor-a and interleukin 1 -(3 rapidly trigger inhi-
bition of e/nNOS activity with successive drop in the amounts of NO. Since NO normally exerts
suppressive action on NF-KB activation, drop in NO may create a favourable conditions for
NF-KB activation and successive iNOS exptression.

Evidence in the literature indicates that during ageing nNOS activity gradually drops with
concomitant increase in iNOS expression in the brain. However, how nNOS activity may influ-
ence iNOS expression remains to be elucidated.

This review points out the possible functional link between age-dependent decrease in nNOS
activity and increase in iNOS expression in the brain. Evidence for the possible scenario that
often underestimated continuous infections to the brain, one of the hallmarks of ageing, may
trigger apparently spontaneous iNOS expression is presented. Future treatment of aged people
based on this scenario is also described.

1. INTRODUCTION

It was only two decades ago that a honour to be a part of biologically active molecule was des-
ignated to nitric oxide (NO), a small free radical molecule, which, until that time, was only con-
sidered to be one of the principal components of polluted air. Thereafter, however, an increasing
body of literature evidence has made NO as one of the most popular stars in the world of living
organisms. The first discovery that NO was either a new retrograde neurotransmitter or the
endothelium-derived relaxing factor (EDRF), the nature of which was remained for a long time
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a mystery, was per se of a tremendous impact. Successive evidence that NO was implicated in a
number of important physiopathological events, not only in animals but also in plants, points out
that the role played by this small molecule is so fundamental that it is believed that its shadow
may be visible in any biochemical pathway one studies.

One of the most critical aspect of the current health condition in the highly industrialised
nations is the presence of different pathologies connected strictly to elevated age. Since the brain
is one of the organs severely damaged during ageing, there have been numerous reports describ-
ing the possible implications of NO in the age-related disorders in the brain. However, either due
to the different experimental models examined (different animal species, different regions in the
same animals, and so on) or due to the complex biochemical pathways in which NO is involved,
a clear-cut role of NO in age-related disorders in the brain has not been so far elucidated.

Recently, we reported a new vision on the physiopathological action of NO, pointing out
the complicated network that involves NO molecule coming from different origins inside cells.
Accordingly, in the present review, we revisit a number of previous apparently controversial
results in order to try to draw a reconciling (re)view on the role of NO played in the course of
brain ageing.

2. NITRIC OXIDE

NO, a gas in the body, is principally generated by NO synthase [1]. It freely passes through cell
membranes, thus acting not only in the cell where it is synthesised but also in neighbouring
cells. Half-life of this free radical in the living cells is estimated to be less than few seconds,
due principally to its reaction with compounds such as superoxide, metal ions and heme- or free
sulfhydril-containing compounds. Its reactivity with these compounds, together with its time/
spatial-dependent concentrations, determine the physiopathological action of NO. At nanomolar
concentrations, one of the most important targets is the soluble guanylate cyclase (sGC). Activa-
tion of sGC rapidly induces the increase in the intracellular amounts of cGMP which, in virtue of
the site of its synthesis, mediates either vasodilation or neurotransmission. At micromolar con-
centrations, one of the main compounds reacting with NO is superoxide (O2~). Although, under
normal conditions, a small amounts of O2~ is always present, its amount increases drastically
under conditions in which NO is also massively synthesised. Peroxynitrites (ONOO), a product
of the reaction between NO and O2~, are believed to be responsible in almost all NO-elicited
deleterious events during inflammatory processes.

3. NO SYNTHASE

NO synthase (NOS) catalyses the oxygen depending reaction during which L-arginine is con-
verted into L-citrulline and NO [1]. Molecular cloning and sequencing analyses revealed the
existence of at least three major types of NOS isoforms, which require FAD, NADPH, and
tetrahydrobiopterine as cofactors. Both neuronal NOS (nNOS or NOS-I) and endothelial NOS
(eNOS or NOS-III) are Ca2+/calmodulin-dependent enzymes and are costitutively expressed in
restricted cell types [2]. The third enzyme is an inducible Ca2+-independent isoform (iNOS or
NOS-II), which is expressed in a variety of cell types in response to lipopolysaccarides (LPS),
interferon-y (IFN-y) and pro-inflammatory cytokines, such as tumour necrosis factor-a (TNF-
a) and interleukin l-(3 (ILl-(3) [3]. Human brain expresses all three isoforms of NOS. NOS-I is
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widely expressed in the brain with highest levels present in the substantia innominata, cerebellar
cortex and nucleus accumbens [4], being generally present only in the distinct group of neurones
as well as in astrocytes. It seems to be involved in intracellular signal transduction, in the main-
tenance of cellular homeostasis and in particular events including regulation of cell metabolism,
growth and differentiation, modulation of the reactivity of cells to external noxious stimuli,
phasic activity-associated hormone release in neurones located in hypotalamus and regulation
of thermic adjustment of body, and finally, memory process in diencephalic neurones. NOS-III,
quantitatively compared to NOS-I, seems to be poorly represented in central nervous system,
especially in spinal cord, where a minimal vascularisation exists. It is mainly expressed in
endothelial cells as well as astrocytes and some neuronal cells. Under inflammatory processes,
microglia and astrocytes express NOS-II. Infiltrated macrophages and other inflammatory cells
such as neutrophils also express NOS-II in the brain.

4. HOMEOSTASIS OF NO SYSTEM

NO plays major roles in regulating vascular tone, neurotransmission, killing of microorgan-
isms and tumour cells [5). As already underlined, physiological low amounts of NO (subna-
nomolar concentrations) produced by NOS-I and NOS-III are mainly involved in the first two
events. Whereas, high concentrations of NO (micromolar concentrations) produced transiently
and locally by NOS-II exert its toxic action against invading cells (microbes, virus, parasites
and tumour cells). A lot of evidence also indicates that elevate NO levels play an important
role in the pathogenesis of several chronic disorders and inflammatory processes. High NO
levels can also be achieved by hyper-activation of NOS-I, being involved in disorders such as
ischemia/reperfusion injury and glutamatergic neurodegenerative processes in the central nerv-
ous system.

The body carefully controls the expression of NOS-II through a number of endogenous and
exogenous molecules in order to efficiently eliminate invading cells without or with minimal
damages to the host tissues. These compounds act either as inducers of the expression of NOS-II
mRNA (e.g., LPS, IFN-y, TNF-a and IL-1 (3), or as suppressors like corticosteroids, estrogens,
transforming growth factor-(J (TGF(3), interleukin-4 (IL-4), interleukin-8 (IL-8), interleukin-10
(IL-10), calcium ionophores and glutamate. Due to the temporally and spatially co-ordinated
action among these molecules, the correct NOS-II expression is normally achieved during
inflammation [6].

That physiological NO may be a regulator of inducible NOS expression (Figure 1) has been
recently indicated also in in vivo models: NOS-II superinduction has been observed in the heart
of NOS-III-KO mice in an ischemia/reperfusion model [10] and a spontaneous activation of
NF-KB occurred in the heart of rats treated for a long time with L-NAME, a strong inhibitor of
NOS activity [11].

5. ROLE OF NO IN THE BRAIN

As elsewhere, the multiple role of NO in the brain depends on cell types and on the functional
district involved. The central nervous system can grossly be divided in a philogenetically new
part, the cortex and the basal ganglia and a philogenetically old part, the diencephalon and the
forebrain. All these parts are composed by the same cell types: neurones, glial cells (i.e. astro-
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Figure 1. Putative involvement of NO homeostasis in brain ageing.

(A) In the brain of young and adult persons, cNOS normally produces tonic amounts of NO, enough in keeping sup-

pressed an accidental activation of NF-KB and successive iNOS expression (6). Only when high amounts of LPS/

cytokines are circulating in the brain, especially at the early phase of inflammation, iNOS expression is temporarily

induced. Entire system of NO (6) is depicted by a sword, counteracting efficiently insults by microbe/ virus or other

stimuli.

(B) In the brain of aged persons, down-regulation of constitutive NOSs may take place, accounting for the gradual loss of

NO. This situation may favour triggering the apparently spontaneous iNOS expression, leading to massive NO produc-

tion. Toxic effect of NO may begin to prevail. Unsuccessful tentative to counteract microbe/virus insult is depicted by a

rudimental tool in the hand of aged person.

(C) Successive ageing may reconcile with avoiding or overcoming the potentially harmful situation. A hopeful fan in the

hand of a person with sucessful ageing depicts this situation.

Small obejcts flying around persons represent various type of insult.

This vision of the role played by NO homeostasis in the brain ageing leads to the hypothesis on the presence of putative

check point (indicated with X) at which down-regulation of constitutive NOSs might begin to take place. Any treatment

aimed to prevent it should be promising in counteracting continuous stimuli triggering iNOS expression, a hallmark of

ageing. Further elucidation is needed to elucidate the brain NO homeostasis in successful ageing.

cytes, oligodendrocytes and microglia) and endothelial cells. The different connections between
neurones represent the key element of the function of the different parts of central nervous
system. Neurones require high oxygen supply and, therefore, their function is dependent on
functional state of cerebral blood supply. The more functional activation is needed by a group of
neurones, the more oxygen is required by a massive and selective loco-regional vasodilatation.

NO produced by NOS-I in the distinct type of cells (e.g., glutamatergic neurones) may exert
concentration-dependent effect. Normally, it reacts with heme of soluble guanylate cyclase
present in both NO-producing neurones and neighbouring ones. Upon activation of this enzyme,
a rapid and transient increase in the intracellular amounts of cGMP occurs. This triggers the for-
mation of potential action in the neurones due to cGMP-dependent depolarisation of the mem-
brane. Thus, NO, being a gas, may act as non-directional or retrograde neurotransmitter, making
NO an unique neurotransmitter different from all known neurotransmitters, the action of which
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is strictly directional (from post-synapsis to pre-synapsis). Neurotransmitters such as acetylcho-
line and glutamate, mediated by the rapid and transient increase in intracellular Ca2+ levels, may
exert their effect also acting as up-regulator of NO. The role played by NO produced by NOS-I
in astrocytes has poorly been elucidated. One of its putative role should be the regulation of the
transcriptional induction of NOS-II expression in these cells. At micromolar concentrations, it
may exert, as elsewhere, deleterious effect to the restricted regions of brain tissues. Neurotoxic
effects exerted by elevated concentrations of compounds such as glutamate and kainate are cur-
rently believed to be mainly mediated by massive amounts of NO, produced by Ca2+-induced
hyper-activation of NOS-I.

Release of NO from cerebral vascular endothelial cells appears to play an important role in
controlling cerebral vascular tone and circulation in health and disease. [12]. Indeed, NOS-III-
derived NO diffuses towards the lumen of blood vessels, thus inhibiting platelet and leukocyte
adhesion to the endothelium, a process that may down-regulate pro-inflammatory events. In
humans, NO has been shown also to maintain blood fluidity and reduce blood viscosity, thus
improving flow [13]. Literature evidence indicates that NOS-III is responsible for the production
of a low, basal level of NO, which may exert functionally significant constraints on cell shape.
The result of this phenomenon is that NO keeps endothelia stationary and maintains their shape
and activation state in the microvasculature and that an absence of basal NO results in cell shape
distortions [13].

Inflammatory processes are generally characterised by transient and local production of
massive amounts of NO, following the expression of NOS-II at the early phase of inflamma-
tion. Here again, as in other tissues, principal goal of NO in the brain may be the elimination
of invaded cells, although less-coordinated or badly regulated expression of NOS-II may elicit
damages to the brain tissues.

6. AGEING-RELATED CHANGES IN THE NO PRODUCTION

The possible implications of NOS in the brain during ageing was first described in 1993 [14],
showing the decreased NO production in aged-rat brain. Thereafter, there have been contro-
versial observations regarding the ageing-related changes in the production of NO, making it
difficult to draw a clear vision on the role played by NO in the brain ageing. In this context,
difficulty of direct estimation of endogenous NO levels has been critical. Furthermore, meas-
urements either of the catalytic activity or expression level of NO synthases do not necessarily
reflect endogenous production of NO. Difference in animal models and in regions of the same
animal species studied by each group add further confusions to understanding the comprehen-
sive role played by NO. We attempt to resolve this problem below, focusing the attention to the
putative age-correlated change in the cross-talk between NOS-I/III and NOS-II, mediated by the
amounts of NO.

In spite of the technical difficulty in assessing the low amounts of NO in animals, there are
considerable reports indicating the change in the constitutive NO synthase-derived NO produc-
tion during brain ageing. Accordingly, independent of animal species, brain ageing seems to
be associated with the general decrease in the amounts of NO produced by constitutive NOS.
Indeed, not only the first description of the possible implication of NO in aged-brain [14], but
also many other works reported the data indicating the age-dependent decrease in the concentra-
tions of constitutive NOS-derived NO [15]. Evidence indicating the increase in NO production
was also reported both in the cerebrospinal fluid of aged individuals [16].
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Though apparently controversial, many data in the literature show also an ageing-dependent
enhancement in the production of NO in the brain mainly due to spontaneous expression of
NOS-II. Accordingly, brain ageing seems to be associated, on the one hand, to the decrease in
NO production by NOS-I/NOS-III and, on the other, to the increase in the amounts of NO due to
spontaneously induced NOS-II. In the following chapters, the possible role played by different
isoform of NO synthase in regulating age-dependent changes in the brain NO production will
be discussed.

7. ENDOTHELIAL NOS IN THE BRAIN DURING AGEING

Current view on the putative role played by NOS-III in brain ageing is that this enzyme may cru-
cially be involved in impaired endothelium-dependent vasodilation, which is strictly correlated
to ageing. Accordingly, down-regulation of the activity and/or expression of NOS-III seems to
play deleterious role during ageing.

A number of authors have associated, at least in part, the vascular disease with a decrease
in NOS-III-derived NO production. In this respect, vasculopathic evolution may manifest very
slowly, due either to a limited short-term presence of NO or to NO from NOS-I, which may
partly compensate the limited basal NO [13].

Thus, many measures providing protection from ischemic stroke such as arginine, estrogens
replacement, statin drugs, green tea, polyphenols may probably reflect increased activity and/or
expression of NOS-III [17]. Although only few notions are available on the role played by NOS-
III in astrocytes, its involvement in regulating NOS-II expression seems to be highly reasonable.
Although molecular mechanism of age-dependent down-regulation of NOS-III needs further
elucidation, phosphorylation of the enzyme is believed to be profoundly involved in this proc-
ess.

8. NEURONAL NO SYNTHASE IN THE BRAIN DURING AGEING

Previous reports described both down- and up-regulation of this enzyme during the ageing proc-
ess in the brain. In human brain, decreased neuronal NO synthase was observed during ageing.
Consistently, a number of groups reported that in different regions of rat or mice brain, down-
regulation of either catalytic activity or expression of NOS-I occurred [18-25], although, in
some regions, the decline of NOS-I amounts was not always observed. A significant decline in
NADPH-diaphorase-positive neuronal density, size or activity observed in the striatum between
12 to 26 month, or in the axons and axon terminals in old rats, respectively, may be in line with
these notions [26, 27]. Furthermore, loss of neuronal NOS in neurones was observed in the aged
rat cerebral cortex [28]. All these notions lead to the assumption that the brain ageing may be
characterised by the decline in the amounts of NO produced by NOS-I. Astrocyte NOS-I is also
believed to be directly involved, at the early phase of inflammation, in the induction of NOS-II
gene [6].

However, some groups observed the opposite trend. A remarkable up-regulation of NOS-I
expression or activity was reported in the hippocampus, cortex, forebrain and other regions of
the brain of aged rats [29-31 ], respectively. In line with this, the kinetics of NOS-I activity was
supposed to be altered during maturation toward the increase in the capacity for NO synthesis
[32].
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In summary, although literature evidence seems to favour the general notion that NOS-I may
be down-regulated in the brain during ageing, further studies are needed to elucidate the timely
and regional change in the NOS-I-derived production of NO. The molecular mechanism of the
age-dependent modulation of NOS-I, including phosphorylation of the enzyme, awaits further
elucidation.

9. INDUCIBLE NO SYNTHASE IN THE BRAIN DURING AGEING

Findings indicate almost unanimously the increase in the expression of NOS-II mRNA in the
different regions of the brain of different animal species during the process of ageing. In human,
age-dependent increase in the production of NOS-II-derived NO was supposed by measuring
3-nitrotyrsine/tyrosine in the cerebrospinal fluid [33]. In other animal models, age-dependent
increase in NO production, activity and expression of the enzyme was largely observed in differ-
ent regions of the aged-brain [24,26,34-41].

Briefly, an increase of NOS-II expression has been demonstrated in diencephalum, in cerebral
cortex, and in the cerebellum hemispheres. In hypotalamus, pituitary gland and hyppocampus
(being parts of diencephalum) NOS-II hyper-expression would produce respectively an altera-
tion of physiological process regulating the thermic homeostatic adjustments, hormonal secre-
tion [42] and memory [21, 34]. In the cerebral and cerebellar cortex the above cited metabolic
changes would produce a progressive degeneration of neurones and a consequent reduction of
neural network responsible of superior neurological functions. Degenerative death would more
evident in NOS-I expressing neurones [28,43,44]. Interestingly, in all above-mentioned regions
NOS-II expression is inversely associated with NOS-I/III activity.

In clear contrast to the expression of NOS-II mRNA in the young and adult animals includ-
ing human, which exclusively occurs under acute inflammatory conditions, in aged animals and
human it seems to spontaneously be induced in the course of ageing. Since, infections may fre-
quently but silently attack aged individuals, the spontaneous expression of NOS-II could only be
circumstantial, since it could be triggered by continuously circulating immune cytokines, such
as IFN-y and TNF-a. In this scenario, frequently observed down-regulation of both NOS-I and
NOS-III (see chapter 4) may play, especially at the early phase of ageing, a pivotal role in the
induction of NOS-II gene. Since enzymatic activity of NOS-I/NOS-III could be down-regulated
by cytokines such as IFN-y, TNF-a and ILl-p\ age-correlated gradual decline in these enzyme
could be sustained by gradually increasing amounts of these compounds. A drop in the amounts
of NO, at least partly, may create favourable conditions for the apparently spontaneous expres-
sion of NOS-II in the brain. Increased synthesis of reactive nitrogen species due to mitochondrial
oxidative stress could widely be implicated in this process [45].

As already mentioned, NOS-II, once expressed, usually produces locally and temporally a
massive amounts of NO. Although NO, in this case, plays as a double-edged sword acting both
beneficially and detrimentally to the body, in the young and adult individuals mechanism to
minimise the damages usually prevails. This mainly is due to the intervention of compounds
acting as suppressors of inducible NO synthase expression (see chapter 4). However, in the brain
of aged-individuals, this mechanism may not work at all or work with less efficiency. Sponta-
neous production of NO in the brain, on the one hand, may be the tentative to defend against
infections but, on the other hand, may become deleterious to the tissue integrity. In this respect,
it is interesting to note that there are a number of observations indicating the possible effort of
these regions of aged individuals in counteracting the decline in the NO production by neuronal
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NOS-I [16,29,30,43].

10. CONCLUDING REMARK

Current view on the role of NO in brain ageing is that age-correlated spontaneous production
of NO mainly synthesised by inducible NO synthase not only in the cortex and hippocampus
but also in all other regions of the brain plays a deleterious role (Figure 1). Many experimental
evidences point out, furthermore, the possible, crucial importance of NOS-I/III especially during
the early phase of ageing process. Down-regulation of the spontaneous induction of inducible
NO synthase expression seems to be a promising intervention against NO-elicited aged-brain
damages. In this context, timely and spatially controlled up-modulation of NOS-I/III may pro-
vide a new strategy in counteracting the spontaneous production of massive amounts of NO.
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ABSTRACT

Chapter II to IV of this book demonstrated specific aspects of ageing within the different super-
systems, the immune system, the endocrine system, and the nervous system. In these preceding
chapters, experts demonstrated how a certain part of a supersystem is altered during ageing.
However the link between age-dependent changes of one supersystem and age-dependent
changes of another supersystem has not been demonstrated yet. In this respect, chapter V gives
four different examples as to how ageing of one supersystem affects ageing of another super-
system. I demonstrate how loss of the adrenal hormone dehydroepiandrosterone may affect the
age-related increase of the proinflammatory cytokine IL-6. E. Mocchegiani and colleagues dem-
onstrate how loss of zinc during the ageing process modulates function of important thymus-
protecting hormones such as melatonin, growth hormone, and thyroid hormones. K. Dinkel
and R.M. Sapolsky demonstrate how age-dependent increase of endogenous glucocorticoids
can affect brain function. M. Peterlik outlines how loss of growth hormone, sex steroids, and
Vitamin D influence osteogenesis, thus, contributing to age-related osteoporosis. Many more
examples of such interrelations between different supersystems exist, however, demonstration
of which would go beyond the scope of this book.

1. AGEING OF ONE PART OF A GLOBAL SYSTEM INVOLVES ANOTHER PART
OF ANOTHER GLOBAL SYSTEM

1.1. DHEA and IL-6

Serum concentration of IL-6 significantly increases with age [1-6]. It may be that the decline
of testosterone [7], estrogens [8] and DHEA [5] will lead to an increase of serum IL-6 during
ageing. Indeed, there is some experimental and epidemiological evidence that the decline of
DHEA is directly associated with the increase of IL-6: A) Daynes et al. demonstrated in mice
that administration of DHEA sulfate, which is converted into the active DHEA by a sulfatase,
inhibits spontaneous IL-6 secretion in ageing mice [9]; B) In human subjects, IL-6 secretion
increases during ageing and serum levels of IL-6 are inversely correlated to serum levels of
DHEA [5]; C) DHEA inhibits IL-6 secretion from human and mouse mononuclear cells [5, 10].
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Whether this is a direct effect of DHEA due to activation of the peroxisome proliferator activator
receptor alpha and inhibition of NF-kappaB [ 11 ] or an indirect effect via downstream androgens
or estrogens [12] remains to be investigated.

In another investigation of healthy subjects [13], we found significantly lower serum levels
of cortisol in relation to plasma adrenocorticotropic hormone (ACTH) with age only in women
[13]. In a multiple linear regression analysis with this particular ratio as the dependent variable,
the independent variables 17P-estradiol and IL-6 serum levels were the significant factors in the
model [13] Serum levels of TNF did not influence the model. This may indicate that increasing
serum levels of IL-6 together with decreasing serum concentrations of 17(i-estradiol are respon-
sible for the decrease of serum cortisol in relation to plasma ACTH in women. Thus, a situation
may appear where aged women are more prone to inflammatory diseases. Since IL-6 plays an
important role in many age-related diseases, its increase is of outstanding importance for the
ageing body. This is an example for the interaction of two global systems during the ageing proc-
ess - the adrenal glands and the immune system.

1.2. Zinc, hormones and thymic function

E. Mocchegiani demonstrates how age-dependent loss of zinc may well influence the function
of important hormones. He uses the examples of growth hormone and IGF-I, thyroxine and trii-
odothyronine, and melatonin which all have thymus - protecting effects. He presents evidence
that loss of zinc leads to deterioration of hormone function which finally leads to thymic changes
typical for aged subjects.

1.3. Glucocorticoids and brain function

K. Dinkel and R.M. Sapolsky demonstrate that the relative increase of glucocorticoids in rela-
tion to other adrenal hormones leads to deterioration of brain function. Their specific focus is
on memory problems, changes of neurogenesis, and loss of hippocampal neurons. They provide
evidence that increasing glucocorticoid serum levels and exaggerated glucocorticoid responses
during stressful situations may well lead to an age-dependent increase of brain dysfunction.

1.4 Hormone loss and osteoporosis

In the final contribution within chapter V, M. Peterlik links the decrease of important hormones
to a typical age-related problem, osteoporosis. He demonstrates that an age-dependent increase
of central leptin and NPY may lead to an unfavourable influence on bone formation. In addition,
loss of growth hormone together with IGF-I and decrease of sex hormones are clearly linked to
increased risk of osteoporosis. This is accompanied by a loss of vitamin D in the serum which is
an additional unfavourable factor for osteoporosis.

2. CONCLUSIONS

All these examples demonstrate that age - dependent deterioration of one supersystem can affect
another supersystem far away from the primary site of age-related loss of function. Thus, under-
standing the many interactions between different neuroendocrine immune pathways will also
lead to a better understanding of the ageing process.
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ABSTRACT

Thymic re-growth and reactivation of thymic functions may be achieved in old animals by dif-
ferent endocrinological or nutritional manipulations such as, (a) treatment with melatonin, (b)
implantation of a growth hormone (GH) secreting tumour cell line (GH3 cells) or treatment
with exogenous GH, (c) castration or treatment with exogenous luteinizing hormone-releasing
hormone [LHRH], (d) treatment with exogenous thyroxin or triiodothyronine, and (e) nutritional
interventions such as arginine or zinc supplementation. These data strongly suggest that thymic
involution is a phenomenon secondary to age-related alterations in neuroendocrine-thymus
interactions and that it is the disruption of these interactions in old age that is responsible for
age-associated immune-neuroendocrine dysfunctions. The mechanisms involved in hormone-
induced thymic reconstitution may be direct or indirect involving hormone receptors, cytokines
and a trace element such as zinc, which is pivotal for the efficiency of neuroendocrine-immune
network during the life-span of an organism. The effect of GH, thyroid hormones, and LHRH
are due to specific hormone receptors on thymocytes and on thymic epithelial cells (TECs),
which synthesize thymic peptides. Melatonin may also act through specific receptors on T-cells.
In this context, the role of zinc, whose turnover is reduced in old age, is fundamental because
of its involvement in zinc finger proteins that regulate gene expression for hormone receptors.
However, the effects of zinc are multifaceted: it spans from the reactivation of zinc-dependent
enzymes, to cell proliferation and apoptosis, to cytokines expression and to the reactivation of
thymulin, which is a zinc-dependent thymic hormone required for intrathymic T-cell differen-
tiation and maturation as well as for the homing of stem cells into the thymus. Therefore, the
role of zinc is crucial in neuroendocrine-thymus interactions. According to current experimental
data in animals and humans, the endocrinological manipulations for the maintenance of thymus
function [e.g. by GH, thyroid hormones or melatonin] act via the zinc pool in restoring thymic
activity and improving adaptive immunocompetence in ageing.

1. INTRODUCTION

A large body of experimental evidence supports the existence of numerous interactions among
the nervous, endocrine, and immune systems. These systems use similar ligands and receptors
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to establish a physiologic intra- and intersystem communication circuitry that plays an important
role in homeostasis. The communications among these networks are mediated by hormones,
neurotransmitters, and immune-derived cytokines, which are to a large extent shared by different
homeostatic systems. Hormones and neurotransmitters, in addition to regulating various target
tissues in the body, also reach lymphoid organs and cells through the circulation or directly
through the autonomic nervous system (ANS) connections between the nervous tissue and the
organs of the lymphoid system itself [1]. The neuroendocrine-immune interactions supported
by circulating humoral mediators are mainly due to, and mediated by, the hypothalamus-pitui-
tary- (HP) axis, which influences the immune system either by releasing various hormones and
neuropeptides into the blood with direct modulator action on the immune effectors or by regulat-
ing the hormonal secretion of peripheral endocrine glands, which also exert immunomodulating
actions [2], In addition, neuroendocrine-immune interactions are based upon direct neuroim-
mune connections [3]. Anatomical studies have shown that the nerve endings of the sympathetic
and the parasympathetic systems innervate various organs of the immune system such as thymus,
spleen, bone marrow, and lymph nodes. Furthermore, ANS-related neurosubstances such as sub-
stance P, substance Y, vasoactive-intestinal peptide (VIP)], somatostatin, neurotensin, oxytocin,
and vasopressin have been immunocytochemically identified in lymphoid organs [4].

The existence of signals generated within the immune system, capable of modulating various
nervous-neuroendocrine functions, has been originally suggested by the alterations that can be
induced in the neuroendocrine balance either by removal of relevant lymphoid organs, such as
the thymus [5] or by the functioning of the immune system itself, such as reactions to immuno-
genic or tolerogenic doses of antigen [6]. The discovery that the majority of such effects could
be mimicked by various immune-derived factors (e.g., thymic peptides and cytokines) has given
support to those findings [7].

It has been found that lymphoid and accessory cells may, in given circumstances, and par-
ticularly following antigenic stimulation, synthesize and secrete neurohormonal factors, such as
adrenocorticotropin (ACTH), growth hormone (GH), thyrotropin (TSH), prolactin (PRL), gona-
dotropins and beta-endorphin, which are likely to have an autocrine effect, as well as contribute
to the neuroendocrine balance. This discovery has expanded on the number of humoral signals
shared by the immune and the neuroendocrine systems [2,8].

Hormones, neurotransmitters, and cytokines may exert developmental actions related to the
structural and functional organization of target organs or cells and play roles in the actual per-
formance of mature cells, such as those required to counteract stressful conditions and antigenic
insults. The factors involved in neuroendocrine-immune interactions are also responsible for
developmental steps. We should, therefore, clearly distinguish them from central and peripheral
effects taking also into account the complex autocrine and paracrine influences among vari-
ous hormones, neurotransmitters and cytokines in the maintenance of neuroendocrine-immune
pathway (Figure 1). The stimuli required may obviously differ, both quantitatively and qualita-
tively, according to the functional demands placed on the organism. In any case, the response to
antigenic insults or stressful agents is closely dependent on the age of the organism, because the
complex neuroendocrine-immune pathway must be "plastic" for its efficiency. In other words,
the variations of the neuroendocrine-immune performances during the circadian cycle are piv-
otal in conferring the response to antigenic stimuli [9]. Such variations occur in young-adult
age, but not in old age. As such, old individuals are "low responders" to stressor agents with the
subsequent appearance of age-related degenerative diseases [9].

These considerations suggest two levels of neuroendocrine-immune interrelationships. The
first is at central level, based on interactions between the neuroendocrine system and the thymus
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Figure 1. Schematic representation of immune-neuroendocrine pathway.

The first level is the central level, which consists of the interactions of the neuroendocrine system and the thymus. The

second level of interaction is at the periphery via neuroendocrine signals, hormones and cytokines, which are secreted

by immune cells during specific reactions to various antigens. Cytokines assume the role of feedback towards the central

level (e.g. the thymus and the hypothalamus-pituitary axis). Zinc is involved both at central and peripheral levels of

immune-neuroendocrine interactions. Please see the text for more details.

(Figure 1), a gland that induces proliferation and differentiation of stem cells into mature T-lym-
phocytes. Such interactions should take into account the fact that the thymus synthesizes and
secretes various hormone-like peptides as well as cytokines, which regulate T cell growth and
differentiation in this organ [10]. The second level of interaction is at the periphery (Figure 1),
via the neuroendocrine signals, humoral products and cytokines, which are secreted by immune
cells during specific reactions to various antigens. These in turn, provide feedback signals
towards the central organs (e.g. the thymus and the HPA axis) (ThHP axis) (Figure 1) [2,6,8].

In any case, it is necessary to distinguish two sublevels both at central and peripheral levels
because the periphery is closely associated with the presence of antigens and the CNS is affected
by psychochemical stressful agents.
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Figure 2. Schematic representation of immune neuroendocrine interactions in permanent stress-like conditions, such as

in ageing.

Abnormal production of pro-inflammatory cytokines (IL-1, IL-6 and TNF-alpha) leads to an altered hormonal cascade

from the hypothalamus to the peripheral glands. Concomitantly, permanent stress provokes low zinc ion bioavailability

for thymic and peripheral immune function This altered immune neuroendocrine interaction in permanent stress leads to

immunodeficiency and to the subsequent appearance of age-related diseases.

The rationale for discriminating these two sublevels is based on various parameters. The first
sublevel of interactions primarily involves maturation steps of both the immune and neuroendo-
crine systems, which occur in the absence of pathological events and independently of antigenic
stimulation (i.e., under germ-free-conditions). This sublevel of interaction can be considered as
"strategic" circuit. The second sublevel of interaction requires the presence of fully differenti-
ated immune cells and the occurrence of a specific antigenic or stress-mediated hormonal stimu-
lus. The main role played by these interactions appears to be a return to the normal, homeostatic
condition of the neuroendocrine and immune systems following a sudden alteration caused by a
stressful cognitive or non-cognitive event [8]. This is, a "tactical" or "emergency" circuit. This
latter occurs in the presence of transient stimuli, but it is peculiar to ageing where the stress-like
condition is permanent. Indeed, during ageing the "tactical" circuit is under continuous stimu-
lation by antigens or stressor agents leading to an imbalance at both levels of interaction with



311

final results of altered or diminished functions of the immune-neuroendocrine pathway and sub-
sequent risk of the appearance of age-related pathological conditions (Figure 2) [9]. However,
the role of these two sublevels of interactions may be different and closely related to the target
and to the kinetics of immune and hormonal mediators. In other words, a "long wave" action
for the first level may be suggested due by long-acting fluctuations of neurohormonal or thymic
peptide turnover; while "short wave " action for the second level due to humoral mediators with
short-term effects. [1].

In this context, nutritional factors play a key role because they are involved in various
steps of neuroendocrine-immune interactions both at central and peripheral levels. They also
play a role in transient stress or in permanent stress like-conditions. One of the most relevant
nutritional factors is zinc, a trace element, i.e., which has an influence either directly or indirectly
via zinc-finger motifs on the biological activity to neurohormones, cytokines, thymic hormones
and on T-cell proliferation and maturation [11,12] (Figure 1).

The present article aims to summarize the data outlining the hormonal and nutritional
factors that modulate the strategic circuit of the adaptive immune system under physiological
conditions, during ontogeny and during ageing. In addition, we describe the role of low zinc
ion bioavailability during ageing and its influence on the neuroendocrine and immune systems.
(Figure 2).

2. NEUROENDOCRINE-THYMUS INTERACTIONS: THE STRATEGIC CIRCUIT IN
ONTOGENY

The strategic circuit of the neuroendocrine-immune interactions includes central lymphoid
organs, in which the thymus gland is prominent, and the production and release of various
cytokines produced by the thymus itself and peripheral mature T-cells with mechanisms of
feedback to the HP axis and to T-cells themselves. In turn, HP axis affects thymus function
through the production and release of hormones, releasing hormonal factors and neuropeptides.
This complex regulatory cycle between the neuroendocrine and immune systems appears to be
indispensable for many homeostatic mechanisms during ontogeny [2].

Such a cycle is multifaceted and includes various aspects: from intrathymic T-cell differentia-
tion and maturation, to cytokine production and, finally, the neuroendocrine influence on thymic
functions.

2.1. Intrathymic T-cell differentiation and maturation

In the thymus bone marrow-derived T cell precursors undergo a complex process of maturation,
eventually leading to migration of positively selected thymus-derived (T) lymphocyte depend-
ent areas of peripheral lymphoid organs like spleen, lymph nodes, Payer's patches and tonsils
[13]. Therefore, the thymus is involved in the differentiation and maturation of T-cells with
effector (cytotoxic) and regulatory (helper/suppressor) activities. Amongst other effects, this dif-
ferentiation involves regulation of membrane protein expression. A key cell membrane protein
is the T cell antigen receptor (TCR) that is physiologically coupled with a membrane bound
molecular complex, termed CD3. Additional accessory molecules, including CD4 and CD8, as
well as CD25 and the proteoglycan, CD44, all of which are pivotal to defining various stages
of intrathymic T cell differentiation and maturation. The TCR is a heterodimer formed by an
a/(3- or a y/8- chains. y8+ thymocytes appear in the early stage of differentiation. By contrast, in



adult thymus, , 99% of TCR+ thymocytes express TCRaP and only 1% express TCRy5T [14].
With regard to accessory molecules, in the first steps of differentiation immature thymocytes are
CD3CD4CD8CD25-CD44+, which become subsequently CD25+CD44+. During maturation,
the thymocytes lose CD25 and CD44 and become CD4+CD8+, the so-called double-positive
thymocytes. These cells comprise 80% of total thymocytes and express the rearranged TCRccp,
which in turn reacts with peptides presented by MHC molecules on the surface of thymic antigen
presenting (APC) cells. This interaction is fundamental to positive and negative selection events
that are crucial for thymocytes differentiation and maturation. The positive selection leads to
mature CD4+ or CD8+ single positive thymocytes, which are long-lived. These represent about
15% of thymocytes, express TCR/CD3 complex and they leave the thymus for the periphery.
Negative selection involves the deletion of T cells that might potentially be autoreactive to self-
proteins and self-tolerance is established this way in the T-cell repertoire. Negatively selected
cells die by apoptosis [14,15].

The interaction between the TCR/CD3 complex and of class I or class II MHC products on
the membranes of thymic APC in the context of CD8 or CD4 accessory molecules respectively,
is fundamental for positive vs. negative selection. Thymocytes with high avidity are negatively
selected and are deleted by apoptosis. This leads to the death of a large number of potentially
harmful autoreactive T-cells. By contrast, a small percent of thymocytes with intermediate avid-
ity for recognition of MHC-self peptides are rescued from death and the are positively selected
[15].

Thymic epithelial cells (TECs) are responsible for intrathymic T-cell differentiation and matu-
ration and for the subsequent positive selection. The negative selection is executed primarily
by dendritic cells (DCs), which derive from the haematopoietic-system, but also by TECs [13].
TECs communicate with each other and with thymocytes by gap junctions (formed by proteins
of connexin family) [16] and by ECM ligands, such as fibrinectin and lamin, and their corre-
sponding integrin receptors VLA-4/VLA-5 and VLA-6 [10]. TECs provide the stimulus for the
migration of mature thymocytes within the thymus as well as into the circulation through the
production of adhesion molecules (LFA-1, ICAM-1, LFA-3, CD2) [17]. In addition, both TECs
and DCs produce cytokines that affect thymocyte differentiation and proliferation which also
serve as immunotransmitters towards the HP axis [18] (Figure 1) (see below). This fact leads to
the notion that several paracrine/endocrine circuits involving TEC-derived factors are likely to
have differentiating thymocytes and the HP axis as targets. In addition to cytokines production,
TECs synthesize and secrete defined thymic hormones, including thymosin alpha-1, thymulin,
and thymopoitein that also act upon the general process of thymocytes maturation [19]. Immu-
nohistochemical studies using polyclonal and monoclonal antibodies have demonstrated the
presence of thymulin, thymosin alpha-1 and thymopoietin both in murine and human thymic
epithelial cells [2]. The role of the thymic peptides on intrathymic or extrathymic maturation of
T-cells is well defined as well as on the chemotactic attraction (homing) of stem cells from the
bone marrow into the thymus [20].

2.2. Paracrine cycle of cytokines on thymic microenviromental cells

As cited above, thymic micro-environmental cells can influence thymocytes differentiation and
proliferation through soluble polypeptides (e.g. cytokines and chemokines). Both TECs and
DCs produce IL-1, which stimulates thymocyte proliferation. Actually, various cytokines are
produced by thymic epithelium, including IL-2, IL-3, IL-6, IL-7, IL-8, GM-CSF, TGF-beta, leu-
kaemia inhibitory factor (LIF), stem cell factor (SCF, also termed as c-kit ligand) and TNF-alpha
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[21]. The production and the release of all these cytokines into the thymic microenvironment
are of strong relevance because the task of some cytokines (e,g IL-1, IL-2, IL-6) is to induce
proliferation, while others provoke inhibition (TFG-beta) or apoptosis (TNF-alpha) or homing
(GM-CSF). Therefore, the large number of cytokines produced by the thymus maintains a bal-
ance between thymocyte proliferation and inhibition. As such, the number of thymocytes does
not expand during ontogeny and thus assure a correct functionality of the thymus in T-cell dif-
ferentiation, maturation and proliferation. Such an assumption is supported, for instance, by the
fact that an over-expression of some cytokines (IL-6) with respect to others (TGF-beta) in young
IL-6 transgenic mice leads to abnormal thymic enlargement and thymic dysfunction [21].

IL-7 plays a peculiar role for thymocytes differentiation. IL-7 promotes the rearrangement of
TCR genes by enhancing both the production and activity of recombinases [22]. In conjunction,
IL-7"/~ as well as IL-7 receptor-deficient mice display a severe reduction in lymphoid develop-
ment, whereas IL-7 transgene incorporation in nude mice induces T-cell development [23]. A
relevant discovery is the influence of IL-7 in growth and differentiation of thymic y8T cells, as
shown in IL-77" mice. This fact is peculiar during ontogeny when y5T cells are abundant in the
thymus because of their requirement in TCR rearrangement and, subsequently, in thymocyte
positive selection [24].

In addition to classical cytokines, chemokines are also present in the thymic microenviron-
ment and are important in thymus physiology. Chemokines correspond to a family of small
polypeptide molecules that control directional migration of leukocytes [25]. In this context, one
chemokine should be noted, stromal cell-derived factor (SDF),which is produced by thymic
stromal cells that attract preferentially immature CD4"CD8" and CD4+CD8+ thymocytes.
Conversely, another chemokine, MIP3beta, exerts chemoattraction for mature single positive
thymocytes [25]. This is in keeping with the different expression of corresponding chemokine
receptors in distinct CD4/CD8-defined stages of thymocyte differentiation.

All these findings clearly demonstrate the existence of paracrine cycles among cytokines and
chemokines that are produced by TECs and thymocytes. In this context, a relevant question
arises: do autocrine cycles also exist? In other words, do cytokines produced by TECs affect
TECs? Cytokines receptors do not seem to exist on TECs, except for IL-7 and IL-2 (CD25) [26].
However, an intriguing point in this respect is TEC-thymocytes connection by connexin 43 (gap
junction), which might substitute for autocrine regulation [10]. Therefore, cytokines may affect
TEC proliferation and efficiency through gap junctions, which amounts to the presence of auto-
crine cycles. These points remain to be clarified by further investigations.

2.3. Cytokines as immunotransmitters towards the HP axis

The most likely messengers from the immune system to the nervous system are the cytokines,
which, in addition to affecting intrathymic T-cell development and peripheral immune function,
serve also as feedback regulators of the HP axis [18]. Therefore, the cytokines produced within
the thymus may affect the central and peripheral nervous systems [10]. In this case, cytokines
produced by TECs are called immunotransmitters.

A large number of cytokines has been identified. Those currently known to have the most
relevance for the nervous system are IL-1, IL-2, IL-6, TNF-a and IFN-y with different role of
stimulus or inhibition on hormones and neuropeptides derived from HP axis (Table I). IL-1 acts
at hypothalamic, pituitary and adrenal levels, and affect, respectively, corticotropin-releasing
factor (CRF), adrenocorticotropin (ACTH) and cortisol production [6]. At the pituitary level, the
old literature reports no effects of IL-1 on pituitary hormones releases [27]. There is however
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Table I The effect of cytokines upon hypothalamus-pituitary hormones.

+ = i n c r e a s e
- = decrease
NE = No Effect: ND = Not Done.

a general consensus that IL-1 stimulates GH, MEL, LH, LHRH, FSH, and TSH secretion and
inhibits PRL release [28,29].

IL-1 also increases ACTH secretion, as shown in AtT20 cells [30] and human corticotrophic
pituitary adenomas (Table I). Other inflammatory cytokines, such as IL-6 and TNF-oc, share
the effects of IL-1. They act in stimulating CRH production by the hypothalamus [31]. At
pituitary level, IL-6 and TNF-oc stimulate the release of ACTH, PRL, GH as well as LH, FSH,
TSH release, respectively [see reviews 2,10]. (Table I). Such stimulating effects can be exerted
through a direct action on pituitary cells via specific hormone receptors or mediated by hypota-
lamic factors (e.g. CRF, LHRH or GHRH) [2]. For example, this latter case occurs for the release
of pituitary hormones by TNF-ot [32]. With regard to melatonin, IL-6 and TNF-a are able to
stimulate directly MEL production because specific receptors for both cytokines are present into
the pineal gland [33].

IL-2 also acts on the HP axis. When administered to human cancer patients, IL-2 increased
beta-endorphin, ACTH, and cortisol levels [34]. In rats, IL-2 enhanced ACTH secretion and
corticosterone production through a direct action on rat adrenocortical cells or via CRH release
from hypothalamic neurons [35]. Interesting investigations have shown that IL-2 stimulated
PRL and TSH secretion and inhibited LH, FSH and GH release, thus mimicking the alterations
of pituitary hormone pattern in response to stress [36]. IL-2 enhanced ACTH release in AtT20
cells and PRL secretion in GH3 cells [37]. Conversely, IL-2 and IL-12 injections in cancer
patients inhibited melatonin release as a response to inflammation [33].

Although IFN-Y does not seem to be produced by TECs in the thymus, IFN-Y produced by
peripheral T-cells, and it also affects the HP axis with an inhibition on GH, PRL and ACTH
release, and with a possible involvement of the nitric oxide in this inhibition [38]. By contrast,
IFN-Y enhanced melatonin production in the pineal gland in response to stressor stimuli, i.e.
isoproterenol [39]. All these findings clearly demonstrate that the cytokines produced either
within the thymus or at the periphery are fundamental to maintaining the complex neuroendo-
crine-immune network. The role of this network is crucial in host response to stressor agents
where the level of cytokines increase. As a consequence, counterbalancing must occur from
other cytokines. Otherwise, the organism may become a "low responder" to stress. Thus, the
appearance of degenerative diseases (e.g. cancer, infections, dementia, autoimmune phenomena)
may eventually correlate with dysfunctions of the neuroendocrine immune network.

Cytokines of TECs ACTH GH PRL M E L FSH LH LHRH TSH CRH

11— 1 + + - + + + + + +

IL-2 + - + - - - - + +
IL-6 + + + + + + N E N D +
TNF-oc + + + + ND ND NE + +

Cytokines of peripheral T-cells

IFN-y - - + ND ND N D ND N D
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2.4. Neuroendocrine influence on thymic functions and vice versa

2.4.1. Neuroendocrine influence on thymic functions

Initial evidence for the existence of thymus-neuroendocrine interactions was based on the
discovery that congenital mutations affecting pituitary dwarf mice caused concomitant under-
development of the thymus and of the thymus dependent systems. These findings have been
confirmed in a strain of dwarf dogs (Weimaraner dogs), which display retarded growth, small
thymus, absence of the thymus cortex, and deficiency in the lymphocyte mitogenic response. All
these immunological defects can be corrected by growth hormone treatment (see review 1).

A number of experimental protocols have further supported these observations. The major-
ity of them have been based on the removal of endocrine glands and on the observation of the
consequent modification of thymic function, as measured by thymic size, histological evaluation
or, indirectly, by the peripheral efficiency of the thymus-dependent lymphoid system [5]. Some
thymic factors are secreted into the blood stream and the circulating level of at least one of them,
the facteur thymique serique (FTS), now called thymulin in its zinc-bound form [40], strictly
reflects the functional activity of the thymus. This has offered a new technical approach to
evaluate neuroendocrine-thymus interactions both in animals and in humans. Furthermore, the
detection of hormone and neuropeptide receptors both on thymocytes and on thymic epithelial
cells has added support to the existence of neuroendocrine-thymus interactions. From all these
studies, summarized in various reviews [2,10], the outline of Figure 1 may be presented.

In general, hormones/neurotransmitters, such as melatonin, LHRH, GH, thyroid hormones,
beta-adrenergic agonists, and endorphins/enkephalins act positively on thymic function, whereas
others, such as corticosteroids and sex hormones, have a negative effect. The role of PRL is still
controversial. The effect of hormones/neurotransmitters on thymic cell maturation may be medi-
ated by a direct action on thymocytes or through the action exerted on thymic epithelial cells.
Evidence supports the presence of receptors for hormones, such as GH, estrogens, testosterone
and adrenergic agonists, on thymocytes. In addition, it has been proposed that other pituitary/
CNS products may regulate the differentiation of mature T-cells [1].

With regard to the endocrine component of the thymus, it is now apparent that many hor-
mones and neuropeptides are capable of modulating thymulin secretion by TECs. Among
neuropeptides, Leu-enkephalin and beta-endorphin are able to increase thymulin production
by TECs, whereas Met-enkephalin, alpha-endorphin, and gamma-endorphin are inactive [10].
Hormones like GH, PRL, adrenal and sex steroids, and thyroid hormones can modulate thymu-
lin production in vitro. This in vitro effect clearly supports the idea that TEC possesses specific
receptors for these hormones and neuropeptides. At present, experimental demonstration of
receptors on TEC has been reached for glucocorticoids, progesterone, GH, PRL, and T3 [2]. In
addition, apoptosis of lymphoid cells may be influenced by various agents (e.g. glucocorticoids).
Glucocorticoids are potent apoptosis-inducing agents at pharmacological doses on immature
thymocytes, natural killer (NK) cells, and on cytotoxic T-lymphocytes [41]. Glucocorticoids
also induce apoptosis at physiological concentrations in vitro [42] or after in vivo activation of
the pituitary-adrenal axis [43]. Both in vivo and in vitro data support the notion that thymic func-
tion is regulated by the complex neuroendocrine network, which may exert both stimulatory and
inhibitory actions (Figure 1).
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2.4.2. Thymic influence on the neuroendocine sytem

As shown in Figure 1, thymic hormones also modulate the production of hypothalamus pituitary
hormones and neuropeptides. Initial experiments revealed that neonatal thymectomy promotes
a decrease in the number of secretory granules in acidophic cells of the adenopituitary [44]. In
the same vein, athymic nude mice display low levels of various pituitary hormones, such as
PRL, GH, LH and FSH [45]. With regard to thymic peptides, thymosin beta-4, when perfused
intraventricularly, stimulates LH and LHRH secretion [46]. Similar results were obtained with
another thymic peptide, thymulin, in perfused or fragmented pituitary preparations [47]. The
administration of thymopoietin (another chemically-defined thymic hormone) in children with
Hodgkin's disease increased GH and cortisol serum levels [48]. Moreover, thymopentin (the
synthetic biologically active peptide of thymopoietin) enhances in vitro the production of ACTH
and beta-endorphin [49]. In addition, thymulin exhibits an in vitro stimulatory effect on perfused
rat pituitaries, enhancing PRL, GH, TSH and LH release [50]. Using short-term cultures of pitui-
tary fragments, an increase in ACTH secretion occurs after in vitro thymulin addition, with no
changes in GH levels and significant reductions in PRL release [47]. A further thymosin peptide
was recently isolated with the task in stimulating IL-6 release from rat glioma cells [51]. By
contrast, thymosin alpha-1 is apparently able to down regulate TSH, ACTH and PRL secretion
in vivo with no modifications on GH levels [52]. These inhibitory effects seem to occur through
hypothalamic pathways. Indeed, the production of the corresponding releasing hormones by
hypothalamic neurones decreased after in vitro addition of thymosin alpha-1 in medial basal
hypothalamic fragments [52].

Altogether, these findings point to the complexity of the hypothalamus-pituitary axis as
it affects thymic efficiency and vice versa, and reinforce the existence of close relationships
between the thymus and the neuroendocrine system [1].

3. THE ROLE OF ZINC

Zinc is an important nutritional factor affecting thymic physiology (Figure 1). Zinc is required
as a catalytic component for more than 200 enzymes and it is a structural constituent of many
proteins, hormones, neuropeptides, and hormone receptors. Its role in cell division and differen-
tiation, apoptosis, gene transcription, biomembrane function, and many enzymatic activities has
led to the consideration that zinc is a crucial element that ensures the correct functioning of body
homeostatic mechanisms throughout ontogeny. The role played by zinc in the neuroendocrine-
thymus interactions has been elucidated [11,12].

Studies performed in zinc-deprived animals indicated that at neuroendocrine level zinc influ-
ences the blood level of various hormones and neurotransmitters. In dietary zinc-deprived ani-
mals, insulin, GH, TSH, thyroid hormones, gonadotropins, testosterone, and VIP, are reduced,
whereas PRL, cortisol, corticosterone, and catecholamines increase [53,54]. In young-adult
humans affected by more or less severe zinc deficiency (e.g. in alcoholism, anorexia nervosa,
acrodermatitis enteropathica, HIV, burns, cystic fibrosis, mental depression and dwarfism),
testosterone and estrogens are reduced, whereas cortisol and PRL serum levels increase [55].
According to findings obtained in Down's syndrome subjects, zinc is also involved in the pitui-
tary-thyroid axis. Zinc deficiency increased TSH production and reduced reverse triiodothyro-
nine (rT3) plasma levels [55].

With regard to immunocompetence, the data obtained in experimental animals support a cru-
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cial role played of zinc. Depending on the severity and duration, zinc deficiency produces hypo-
plasia of the thymus, spleen, lymph nodes, and Payer's patches. Alterations in lymphocyte popu-
lations, including a decreased number of total T-lymphocytes with increased B-lymphocytes,
impaired T-helper and T suppressor function and reduced NK cell activity, are common aspects
in zinc deficiency [see review 11]. An imbalance of the Thl/Th2/Th3 paradigm also occurs in
zinc deficiency with major production and release of Th2 cytokines (e.g. IL-6) and subsequent
low resistance to infections [12,56]. A peculiar role of zinc is also exerted on thymic functions.
Zinc in an equimolar ratio is required to confer biological activity to a thymic peptide, thymulin
[40]. The zinc-bound thymulin is active, whereas the zinc-free form is inactive and prevents the
active form in exerting its action [57]. Zinc also influences apoptosis of T-cells induced by high
levels of glucocorticoids [58] . The thymic atrophy observed in some pathological conditions
is characterized by severe zinc deficiency (e.g. in AIDS patients and in young mice affected by
cancer) and is the result of excessive thymocyte apoptosis [59]. Indeed, the chelation of intracel-
lular zinc triggers apoptosis in mature thymocytes [60]. In vitro findings have shown that phar-
macological zinc concentrations cause an inhibition of the apoptosis induced by dexamethasone,
whereas physiological zinc concentrations may induce thymocytes apoptosis. However, this
latter point has been well established to be closely dependent on the length of culture (16 hrs),
as physiological doses of zinc prevents thymocyte apoptosis at 6h of culture [61]. On the other
hand, thymocytes cultivated for a long-time are destined to die due to faulty rearrangement of
T-cell receptor genes and due to the induction of apoptosis by endogenous glucocorticoids [61].
The abrogation of murine thymocyte apoptosis in deferiprone (a chelator of iron) treated mice
after physiological zinc supplementation [62] strongly supports a role of physiological zinc in
preventing apoptosis, via endonuclease enzyme activation [11,63].

Alteration of the zinc pool may occur as a consequence of modifications in intake, absorption,
or loss by urine and faeces, as observable in many human diseases [55]. In addition, neurohor-
monal factors and immune-derived cytokines may influence zinc turnover. Stress-like condi-
tions alter zinc metabolism. Hypozincemia, along with hyperzincuria, is associated with trauma,
stress, inflammation, tumours, and burn injury. The hormonal basis of these changes is not yet
well defined. It has been shown that high circulating levels of glucocorticoids, epinephrine, and
glucagon occur during inflammation coupled with high IL-1, and it is well known that IL-1
provokes consistent zinc loss by urine and faeces [56]. This zinc deficiency may be largely due
to abnormal increments at intestinal level of a protein that binds zinc with high affinity. This
protein is the cystein-rich intestinal protein (CRIP), which increases in the presence of high Th2
cytokines expression (IL-1, IL-6). As a consequence, a loss of zinc-bound CRIP occurs from
the body [64].

Other hormones can modulate zinc turnover. In particular, GH, IGF-I, melatonin and thyroid
hormones affect zinc pool with a better redistribution in circulating zinc [11,12]. The mecha-
nisms of action of these hormones may be various. The presence in the intestinal epithelium of
hormone specific receptors that require zinc-finger motifs and the influence of some hormones
in the induction of zinc-bound metallothioneins, which sequester, dispense and transport zinc
ions within the cells (see review 10), may be the mechanisms of a better redistribution of zinc
by hormones. In any cases, zinc plays a peculiar role in neuroendocrine-immune interactions,
because it is involved as "zinc fingers" proteins that regulate gene expression of hormones, neu-
rotransmitters, and transcriptional factors. Moreover, zinc is involved directly or indirectly via
metallothionein turnover in the proliferation and maturation of cells of the immune system [11].
Such a role is crucial in ageing because the low zinc ion bioavailability is a common event during
ageing as is the impairment of the neuroendocrine-immune interactions [1].
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4. NEUROENDOCRINE-THYMUS INTERACTIONS DURING AGEING

The existence of extremely complex micro-environmental factors modulating thymic func-
tions has raised the question, whether age-related thymic involution is the cause or the result
of immune ageing [1]. In aged humans and animals, the thymus gland undergoes progressive
involution with accompanying loss of function. The thymus attains its maximum size at puberty,
after which it involutes, which is characterized by a decrease in weight ([loss of lymphocytes)
and infiltration with fat. There is a decrease in the number of thymocytes and of those that
remain many are pyknotic. As ageing progresses, epithelial cells decrease in number, and show
cystic changes and reduced intracellular granules [65]. The circulating level of thymic factors
(i.e., plasma levels of thymulin) declines progressively from birth to old age and is virtually
undetectable over 60 years of age in humans [ 11,46,57].

There are two lines of evidence suggesting that the age-related thymic alterations may not
be considered as intrinsic and irreversible phenomena. First of all, according to a more precise
determination of thymulin bioassay, which assessed the interference due to the marginal zinc
deficiency present with advancing age [57], the age-related decline of thymulin was less pro-
nounced than that previously reported, showing a still significant production in old age both in
mice and men [57,66]. Therefore, thymulin molecules are still produced in old age, but they are
under the control of zinc ion bioavailability for their biological activity. The in vitro addition
of zinc to plasma samples from old donors unmasks all thymulin molecules produced, and it is
consistently at normal levels [66]. Therefore biologically active thymulin is Produced. Indeed,
when thymic explants from old mice are cultured in vitro in a zinc-enriched medium, thymulin
secretion in the supernatant is similar to that observed in the supernatant of thymic explants from
young-adult mice. This phenomenon is associated with increased numbers of TECs and thymo-
cyte subsets [67]. Thus, although the thymus is involuted in old age, these findings suggest that
the thymic endocrine activity is not completely lost in ageing, but it is in a quiescent phase or in
a possible dormant condition due to low zinc ion bio-availability within the old thymus [11].

The second line of evidence is that the thymus re-growth can be induced in old age by vari-
ous endocrinological and nutritional manipulations. In particular, the partial reacquisition of the
thymic functions can be induced by some procedures shown in Table II. These are: (a) intrath-
ymic transplantation of pineal glands or treatment with melatonin [69-70], (b) implantation
of growth hormone secreting tumour cell lines (GH3 cells) [71] or treatment with exogenous
growth hormone [72,73] or with IGF-I [74], (c) castration [75], (d) treatment with exogenous
LH-RH [76], (e) treatment with exogenous thyroxin or triiodothyronine [77], (f) nutritional
interventions with arginine [78], and (g) zinc supplementation [54,66,79].

In old animals, treatments with GH [80], arginine [78,81], and zinc [66,79] are effective in
enhancing thymulin plasma concentrations and the number of TECs. Recently, it has been also
shown that IL-7 is able to reconstitute the output of the thymus in old animals with a direct
mechanism through the activation of the receptor CCR9 (a receptor of the chemokine CCL25)
highly expressed in thymic tissue [R. Aspinall, personal communication].

The potential capacity of thyroid hormones in restoring thymic functions in old age is sup-
ported by experiments in young propyl-thiouracil (PTU) treated mice (experimental hypothy-
roidism), which display thymic atrophy, reduced thymulin and decreased number of TECs and
thymocyte subsets [82]. Thyroid hormone treatment restores thymic functions [77]. Indirect
evidences in the elderly show that hyperthyroidism is associated with thymic enlargement [83]
and high circulating levels of thymulin as compared to young normal individuals [84]. These
findings suggest an influence of endocrine and nutritional factors on thymic functions. However,
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Table II The reversibility of age-related thymus involution by endocrinological or nutritional interventions.

"Percent of recovery when compared with "young" adult values.
"Manuscript in preparation.

it is possible that the thymic re-growth, obtained through various manipulations, might not rep-
resent a complete reacquisition of the function that normally occurs during ontogeny. In order to
answer to this question, zinc, GH and melatonin models have been investigated.

5. THYMIC REJUVENATION BY NUTRITIONAL APPROACH: THE EXAMPLE OF
ZINC

Zinc plays a relevant role during the ageing process. With advancing age, marginal zinc defi-
ciencies are frequently encountered in humans [54-56]. Altered intake or metabolism is among
the most common causes. Deficiencies in the zinc pool are also observed in aged laboratory
animals in spite of unmodified zinc intake [66]. This has raised the question whether zinc defi-
ciency in old age may be the cause of age-related immune-neuroendocrine derangement. Dietary
zinc supplementation during the whole life-span of rodents has demonstrated that many of the
known age-related immune modifications (e.g., decreased thymic hormone production, reduced
T-helper and T-suppressor activity, and depressed NK cytotoxicity) can be prevented. Moreover,
oral zinc supplementation in aged mice induces thymus regrowth coupled with both increased
thymic hormone production and percentage of TECs. Furthermore, zinc supplementation com-
pletely restores the reduced number of T-cell subsets (CD4+ and CD8+) both in the thymus
and the spleen, reconstitutes the PHA response and restores NK splenocyte cytotoxic activity.
Concomitantly, zinc supplementation increases DNA-repair within the cells. In addition, in vitro
zinc prevents thymocytes apoptosis in old age [see review 11]. Zinc supplementation in old
mice also reverses the low serum levels of thyroxine and triiodothyronine [66]. This beneficial
effect of zinc supplementation on thyroid functions also occurs in young PTU mice that display
thymic reconstitution and restoration of peripheral immune efficiency. Zinc supplementation in
PTU mice also restores ACTH and down-regulates corticosterone plasma levels [82]. All these
beneficial effect of zinc in neuroendocrine-immune interactions are not sterile events because
significant increments in survival rates were also observed both in old and PTU mice after zinc

Treatment Species Thymus weight Thymic hormone' References

Melatonin mice 70% 75% 68,70
TRH mice 40% - 69
TSH mice 32% - 69
Thyroxine mice 65% 72% 77
Growth horm. rat 50% - 72
Growth horm. dog 50% 52% 73
Growth horm. mice 72% 75% 80
IGF-I mice 50% 50% Mocchegiani et alb

Arginine mice 79% 70% 78
Arginine man - 50% 94
Castration mice 70% 75% 75
Anal. LHRH rat 62% - 76
Zinc salts mice 75% 82% 66
Zinc salts mice 50% 50% 79
Zinc salts man - 45% 87



320

supplementation with respect to respective untreated mice [11,82]. In humans, few zinc trials
have been also performed in showing the effects on thymic endocrine activity and neuroendo-
crine-immune interactions, however, the findings are contradictory. Some authors reported the
beneficial effect of zinc supplementation on thymic endocrine activity in the elderly [54,85],
whereas no effects were observed in other trials [86]. This discrepancy is related to the length
of zinc supplementation. In our experience, one month of physiological zinc supplementation
restores thymic and neuroendocrine-immune interactions in elderly and in Down's syndrome
subjects ( a disease of accelerated ageing) allowing a lack of the immune risk factors (i.e. the
loss of CD4+ cells) in the infection relapses [87]. Restored neuroendocrine-immune interac-
tions (down-regulation in corticosterone and enhanced thymic endocrine activity) coupled with
increased survival rate have been recently observed in zinc-treated AIDS patients in comparison
with untreated ones [59].

6. THYMIC REIUVENATION BY NEUROENDOCRINE APPROACH

6.1. The example of growth hormone

One of the first experimental evidences of the existence of thymus-pituitary interactions was
based on the discovery that, on one hand, congenital mutation affecting the pituitary dwarf mice
caused concomitant alteration in the thymus and in the thymus-dependent system and, on the
other hand, that removal of the thymus in neonatal age was followed by a wasting syndrome,
one of its features being a pituitary dysfunction involving growth GH producing cells [88].
With regard to the influence of GH on thymic function, the findings obtained in dwarf mice
have gained further support from similar observations in hypopituitary Weimaraner dogs [89]
and in hypophysectomized rats [90], both these conditions being characterized by atrophy of
the thymus gland and by peripheral immune deficiency. Recent evidences in growth hormone
deficient children have shown thymic hypoplasia and low plasma levels of thymulin with respect
to age-matched controls [91]. Appropriate GH treatment in dwarfism (animals and humans)
corrects these defects [80,91]. With advancing age, GH secretion declines both in animals and
in men coupled with impaired thymic and peripheral immune efficiency [94]. The implant of
GH3 pituitary adenoma cells, which secrete GH and PRL, in aged rats induced a re-growth
of the thymus with a young-like histological picture. At the same time, GH3 implanted cells
increased peripheral T-cell functionality and IL-2 production, which were low in old rats [71].
GH treatment recovered thymulin activity and, in some extent, peripheral immune efficiency in
old mice, rats [46] and dogs [73]. Such a recovery of thymulin activity by GH is also observed
in in vitro models with increased number of TECs in old thymus cultures [44]. That GH affects
thymus efficiency is indirectly supported in Buffalo rats, which display high GH secretion and
an enlargement of the thymus in old age [93]. Indirect evidences also exist in humans. Old
people treated with arginine, a compound with secretagogue action on GH production, display
increased thymulin plasma levels and restored peripheral immune efficiency [94],

The mechanism of action of GH on the thymus can be direct or indirect. GH receptors have
been found on TECs [95] and thymocytes. However, on the functional basis, the action of GH
seems to be mediated though IGF-I not only on thymic functions but also on other imrau-
nomodulatory actions of GH (T-lymphocytes proliferation) due to a close relationship between
GH and IFG-I [91,96], and IGF-I receptors are present on TECs [97]. An interesting aspect of
the mechanism of GH on the thymus is that GH effects may be mediated by PRL. Indeed, GH
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may utilize PRL receptors, which in turn exist on TECs and PRL at the same time increases in
vitro thymulin secretion [98]. However, in this context, a very intriguing possibility is the use
of PRL receptors when GH is bound to zinc ions [99]. This discovery suggests that zinc ions
are involved in the action of GH on thymic function via PRL receptors. On the other hand, both
old mice and growth hormone deficient children, when treated with GH, display restored zinc
pool [80]. This occurs because GH receptors are also present in the intestine [91,96]. These
findings give clear-cut evidence indicating that GH exerts its immunomodulatory action via
the zinc pool. IGF-I is also zinc dependent [100] and zinc has a role in thymic functions (as
described above). Zinc turnover is pivotal for the action of GH on thymic function in ageing,
independently by direct (receptors) or indirect mechanisms (IGF-I or PRL). The restoration of
thymus-neuroendocrine interactions by GH treatment, that involves the zinc pool, is clinically
useful in old age. This is indirectly shown in old cancer patients treated with arginine. Arginine
treatment improves zinc ion bio-availability and immune efficiency. It blocks the development
of metastasis in the long run with a subsequent better efficiency of chemotherapy in comparison
with untreated cancer patients, which exhibit a limited efficiency of chemotherapy and succumb
precocious death [94].

6.2. The example of melatonin

Melatonin affects the efficiency of the immune system at thymic and peripheral levels [69]. Mela-
tonin secretion and production from the pineal gland decrease in ageing with no nocturnal peak
during the normal light/dark circadian cycle with respect to young-adult age [101]. Melatonin
treatment in old mice provokes a significant recovery of the thymus weight, thymocyte (CD4+

and CD8+) and TEC numbers and thymulin plasma levels [68]. Other parameters, i.e. the phases
of the cell cycle (G0/G1, S, G2/M), are not affected by melatonin treatment, whereas melatonin
prevents both in vitro and in vivo the apoptosis of old thymocytes [102]. However, an interesting
aspect is related to apoptosis preservation by in vitro melatonin. Thymocytes from melatonin
treated old mice are more resistant to apoptosis caused by serum deprivation, whereas they have
an increased apoptotic response after incubation with dexamethasone (DEX) with a similarity
to young mice [102]. These findings suggest that melatonin recovers the reduced sensitivity to
apoptosis induced by DEX in old mice to the values of young mice. This means that melatonin
may preserve old thymocytes that are useful for positive intrathymic selection and subsequent
maturation through the modulation of pituitary-adrenal axis. Indeed, recent findings on the cir-
cadian cycle showed that the nocturnal peaks of melatonin in old melatonin treated mice are cor-
related with nocturnal down-regulation of corticosterone plasma levels and with nocturnal incre-
ments of thymulin and TECs number [70]. Therefore, melatonin has a double role: (i) melatonin
acts as an anti-stress hormone reducing corticosterone; (ii) melatonin sensitises thymocytes for
negative selection and for apoptosis and, at the same time, preserves apoptosis in thymocytes for
positive selection and maturation. The re-growth of the thymus, the increments of thymocytes,
the enhanced thymulin production and the recovery of peripheral immunocompetence and the
increased survival rate in old melatonin treated mice [70], are clear indications that melatonin is
pivotal for intrathymic selection and for peripheral immunocompetence.

The mechanisms by which in vivo melatonin treatment brings about its immunologic effect
might be due to either its direct or indirect action on immune cells. The existence of melatonin
binding sites in rat thymocytes [104] would suggest a direct effect of melatonin on immune cells,
such as the antioxidant properties of this hormone [105]. It has been demonstrated, for example,
that some compounds with an antioxidant activity regulate apoptosis, and melatonin has been
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Figure 3. One mechanism of action of zinc though some zinc-dependent hormones that affect thymic endocrine activity

(thymulin production).

Melatonin, thyroid hormones, and growth hormone affect the zinc pool, which induce a balance between NO synthases

with subsequent zinc release by metallothionein and, finally, thymulin production and activation by TECs within the

thymus. At the same time, free zinc ions coming from the release of zinc by metallothionein affect melatonin, thyroid

hormones and growth hormone with the establishment of paracrine circles between zinc and hormones, via metal-

lothionein homeostasis (E. Mocchegiani, unpublished results).

reported to be a free radical scavenger with an antioxidant action more potent than vitamin E
[106].

However, indirect mechanisms of action of melatonin on the immune parameters may be sug-
gested. In this context, zinc turnover may be involved because melatonin treatment in old mice
restores the negative crude zinc balance to young-like positive values [68]. In addition, the high
nocturnal peaks of melatonin are correlated with the high nocturnal peaks of zinc during the cir-
cadian cycle in old melatonin treated mice [70]. Moreover, the effect of melatonin on zinc crude
balance is comparable to that observed in old zinc-treated mice [66]. This restoration of zinc
turnover is associated with a down regulation of corticosterone and increments in thymic and
peripheral immune efficiency [70]. Taking into account that a down-regulation of corticosterone
increases the zinc ion bioavailability in old zinc treated mice [82], it is evident that the zinc
pool, via glucocorticoids, mediates the action of melatonin on thymic function. Indeed, ACTH
and glucocorticoids modulate zinc turnover [53], and an inverse relationship has been observed
between glucocorticoids and plasma zinc levels [70]. On the other hand, zinc deficiency, like
in ageing, provokes an augmented production and release of glucocorticoids [53]. Taking into
account these considerations, one mechanism by which melatonin can affect the immune system
is thus through the modulation of zinc/glucocorticoid turnover. In other words, melatonin treat-
ment in old age reduces adrenal function that in turn increases zinc ion bioavailability with an
influence on the degree of thymocyte differentiation, proliferation, or death. As a final result,
thymic morphology and function are restored.

7. IS THERE A UNIQUE MEDIATOR FOR HORMONE-INDUCED THYMIC
REJUVENATION?

In our models, the re-growth of the thymus in old age was obtained by different hormonal manip-
ulations. Thymus re-growth was always associated with recovery of active thymulin plasma
level, regardless the kind of endocrinological manipulation. Because this implies bioavailability
of zinc ions, the question is whether zinc turnover might also be involved in the other models of
hormone-induced thymic re-growth. It has been also reported in this review that treatments with
thyroid hormones (T3, T4), IGF-I and with an analogue of LHRH (Table II) induces thymic re-
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growth and recovery of active thymulin. The restoration of plasma zinc levels also occurs after
T3 and T4 treatment [82]. These last findings suggest that thyroid hormones may normalize zinc
turnover in old age. In humans, hyper-secretion of thyroid hormones is associated with increased
blood levels of zinc [84]. Therefore, the involvement of zinc in hormone-induced thymic re-
growth is real, and it opens new insights to the relevance of zinc as a mediator of hormonal
effects. It does not exclude the possibility that hormones may directly (through specific recep-
tors) modulate the function of target cells. However, for thymic function, the restoration of zinc
turnover is a prerequisite in order to observe the desired hormonal effects. These considerations,
together with the relevance of zinc for the functional efficiency of the nervous, neuroendocrine,
and immune systems [1,11,12], signify that zinc plays a pivotal role for the ageing of the organ-
ism and, as such, contributes to successful ageing. Such an assumption is supported by a recent
discovery showing a good zinc ion bioavailability, satisfactory thymic function, and decreased
corticosterone in very old mice and in nonagenarian/centenarian subjects [9]. The action of zinc-
dependent hormones (GH, T3, T4, MEL) on thymic endocrine activity might be regulated by
the interrelationship between nitric oxide [NO] and metallothioneins [MTs] as a proper ratio of
NO synthases (iNOS and cNOS) provokes the release of zinc from MTs [12]. An altered ratio
of NO-synthases during ageing prohibits the release of zinc from its MT reservoirs (see specific
chapter in this volume by the same author). In other words, zinc-dependent hormones affect
the zinc pool, which in turn sets the proper balance between iNOS and cNOS [Mocchegiani et
al., 2003 unpublished results] with subsequent zinc release by zinc-bound MTs. This leads to
more thymulin production by TECs and to subsequent paracrine influences by free zinc ions on
hormone release itself (Figure 3). Therefore, zinc ion bioavailability is fundamental to thymic
reconstitution in ageing by neuroendocrine manipulation.
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ABSTRACT

Ageing is typically associated with hormonal unbalances such as an age-related increase of
glucocorticoids (GC). GC are the adrenal steroids that are normally secreted during stress.
Although this physiological GC response is critical for successful adaptation to acute physical
and/or psychological stressors GC can have a variety of adverse effects if secreted in excess or
chronically. These harmful GC actions also include damage to and impairment of the funtion of
the central nervous system such as disruption of synaptic plasticity, atrophy of dendritic proc-
esses and compromising the ability of neurons to survive a neurological insult. This review con-
siders some of these adverse GC actions and their relevance to brain ageing. This also includes
a look on the effects of GC on immunosenescence and nervous system inflammation since brain
injury such as stroke is accompanied by a marked inflammatory reaction.

1. INTRODUCTION

The central concept of physiology and health, in many ways, is the concept of homeostasis, the
notion that there are optimal levels of function for a range of physiological endpoints. The fact
that what is optimal can shift under differing circumstances, that homeostatic setpoints are not
static, has given rise to recent concepts such as "homeodynamics" or "allostasis," which can be
viewed as more sophisticated versions of the homeostasis concept. In either the more classical
or more modern formulations of physiological systems having their points of optimal function,
it is obvious that a central challenge to physiological systems is how to reestablish homeostatic
balance when it has been perturbed. A "stressor" can be viewed as anything in the outside envi-
ronment which disrupts the homeostatic balance of an organism. When considering cognitively
sophisticated species such as primates, including ourselves, the definition needs to be expanded
to include the fact that a stressor can also be the anticipation that one is about to be thrown out
of homeostatic balance. When this perception is accurate, such anticipatory stress can be highly
adaptive. In contrast, when such a perception is incorrect and frequent, this is the realm of anxi-
ety.

Since the time of Walter Cannon and Hans Selye, it has come to be recognized that the body
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activates an array of adaptations meant to re-establish homeostasis. Known in older terminology
as the "fight or flight" response, or the "General Adaptation Syndrome," this is now generally
known as the "stress-response." One major branch of the stress-response involves the activation
of the sympathetic nervous system, resulting in the secretion of epinephrine and norepinephrine.
The other main branch is the release during stress, by the adrenal glands, of glucocorticoids
(GCs). These steroid hormones include naturally occurring versions such as cortisol (also known
as hydrocortisone, predominately found in primates) and corticosterone (predominately found in
rodents), and synthetic versions, such as prednisone and dexamethasone.

The secretion of GCs is essential for adapting to acute physical stressors; they divert energy to
exercising muscle, enhance cardiovascular tone, suppress unessentials such as digestion, growth
and reproduction, suppress immune responses that might otherwise spiral into autoimmunity,
and sharpen cognition. In contrast, excessive GCs (as seen with chronic stress, exogenous
administration, or with the GC hypersecretion of Cushing's disease) can cause or worsen various
disorders, including myopathy, adult-onset diabetes, hypertension, amenorrhea and impotency,
as well as be highly immunosuppressive. Because many of those disorders are the diseases of
slow accumulation of damage of Western ageing, the links between stress and ageing have often
been framed in the context of the pathogenic potential of GCs.

The adverse effects of an excess of GCs also includes damage to, and impairment of the func-
tion of the central nervous system. This finding is made more pertinent by the fact that in the
rodent, there is a fairly linear increase in basal GC concentrations with age, and a non-linear
increase that emerges with extreme old age in humans. In this review, we consider some of these
adverse effects that may be relevant to understanding brain ageing. This includes some surpris-
ing and recent findings regarding the interactions between GCs and inflammation.

2. GCS AND AGEING

Ageing is typically associated with hormonal unbalances such as hyperglucocorticoidemia and
it has been proposed, that these hormonal changes may be responsible for the ageing-associated
increased vulnerability of neurons to degeneration [ 1,2]. Brain ageing as well as brain degenera-
tive processes with accompanying cognitive impairments are generally associated with hyperac-
tivity of the HPA-axis which leads to an age-related increase of glucocorticoids (GCs).

2.1. An overview of the adverse CNS actions of glucocorticoids

An excess of GCs has been shown to have disruptive effects in a number of areas of the brain.
Nonetheless, the most dramatic ones occur in the hippocampus, a primary GC target. The hip-
pocampus contains high concentrations of both the high affinity mineralocorticoid receptor
(MR), which is heavily occupied by basal GC levels, and a lower affinity glucocorticoid receptor
(GR), which is only heavily occupied by stress levels of GCs [3]. While MR occupancy mediates
salutary effects in the hippocampus (e.g., enhancement of cognition and synaptic plasticity), GR
occupancy mediates adverse effects. These opposing MR and GR effects result in an "inverse-
U" for many GC actions - pathological hyposecretion of GCs has adverse consequences; basal
to low stress concentrations of GCs (i.e., what would result from what would typically be called
stimulation) have beneficial effects, and levels in the range of moderate stress or higher again
have adverse effects. Whether this is an "inverse-U" or "U"-shaped effect depends, of course, on
how the dependent variable is framed (e.g., neuron survival versus neuron death). For simplicity,
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this non-monolithic effect will be referred to as "U"-shaped throughout.
The adverse effects of GCs in the hippocampus take a variety of forms. There are a number of

subtypes of memory, and the hippocampus plays a central role in what is termed "declarative"
or "explicit" memory, which is knowledge about facts and conscious awareness of such knowl-
edge. This would include knowing where one is, what month it is, what one had for breakfast
that morning, the name of the head of state, the name of one's children. As a first example of the
effects of GCs, the hormone disrupts hippocampal-dependent declarative cognition. Moreover,
GCs also disrupt the sort of synaptic plasticity that is thought to underlie such cognition (termed
"long term potentiation" [LTP]). Within minutes of the onset of stress and GC secretion, declara-
tive memory formation is enhanced, as is hippocampal LTP. This is a case of short-term effects
of stress and GCs having salutary, stimulatory actions, via occupancy of MR. However, if the
GC exposure is severe (even if brief), or prolonged (even if only moderately elevated), there is
suppression of LTP and disruption of declarative memory consolidation and retrieval. This is
a GR-mediated phenomenon, and has been demonstrated in rodents, non-human primates and
humans as well. Mechanistically, GCs causes increases in calcium currents in hippocampal neu-
rons. This leads to prolonged opening of calcium-gated potassium channels, leading to neuronal
hyperpolarization. This causes decreased neuronal excitability, specifically in the form of a pro-
longed afterhyperpolarization following an action potential. Such decreased excitation decreases
the likelihood of LTP occurring.

As a next example, exposure to elevated levels of GCs or stress (over the course of days to
weeks) can cause retraction of dendritic processes in hippocampal neurons; this is likely to have
adverse consequences for the functioning of networks within the hippocampus. The atrophy has
been demonstrated in both rodents and non-human primates, and indirect evidence suggests that
this may occur in humans with Cushing's Syndrome (any of a number of tumors that produce
highly elevated GC concentrations). The retraction is dependent upon the release of the neuro-
transmitter glutamate, and its interaction with the NMDA subtype of its receptors; as evidence,
the atrophy can be reversed with drugs that block either glutamate release or NMDA receptors.
Most interestingly, with the cessation of stress or GC exposure, processes gradually regrow.

A next example of an adverse GC effect reflects a recent revolution in neurobiology. A long-
standing dogma of the field has been that neurogenesis ceases in the perinatal brain, with all
extant neurons at that point being post-mitotic. Beginning with pioneering and generally ignored
studies in the 1960's, evidence has accumulated to demonstrate that there is, in fact, adult neu-
rogenesis from neuronal stem cells, and that one of the two sites in the brain where this occurs
is the hippocampus. Moreover, there is increasing evidence that such neurons form functional
synapses with other neurons, and that they may even subserve aspects of learning and memory.

With the general acceptance of these findings has come an intense interest in factors that
modulate the rate of such neurogenesis. Factors that promote neurogenesis include stimulation
and environmental enrichment, exercise, exposure to estrogen, and an array of mechanistically
unrelated antidepressant drugs. Of great interest, a highly reliable inhibitor of neurogenesis is
exposure to stress or GCs. This is a fairly new observation, and the mechanisms underlying it
are virtually unknown at this point.

As another example, truly prolonged exposure to very high levels of stress or GCs can cause
the overt loss of hippocampal neurons (i.e., cell death). The first evidence for this was reported
in the late 1970's with the observation that decreasing life-long exposure to GCs in the rat
decreased age-related loss of hippocampal neurons. Such GC-induced neurotoxicity has been
replicated since then, including in non-human primates. However, it is a fairly controversial find-
ing for a number of reasons: a) first, it is unclear whether this is a physiological phenomenon, as
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opposed to a purely pharmacological one; b) more modern stereological techniques for counting
of neurons have generally failed to show that GCs can a decrease in the numbers of hippocam-
pal neurons; c) the relevance to ageing has also been called to question by these stereological
techniques, with their demonstration that there is far less neuron loss in the ageing hippocampus
than once thought. Collectively, these findings suggest that overt neurotoxicity is the weakest of
the adverse CNS effects demonstrated to be caused by GCs.

These findings are quite pertinent in the context of brain ageing and the rising basal GC
levels frequently reported. This is because hippocampal ageing involves an attenuated capacity
of LTP, impairment of declarative memory, retraction of dendritic arbor, and decreased rates of
neurogenesis. Moreover, a few studies have demonstrated that these age-related impairments are
reversible when GCs levels are minimized.

Stress and GCs have an additional adverse effect in the hippocampus, which has been termed
"endangerment." Specifically, the hormone compromises the ability of neurons to survive co-
incident insults, many of which are more common with age. The mechanistic underpinnings of
this phenomenon are the best understood of these instances of adverse GC actions, and will be
briefly reviewed.

2.2. Necrotic neurological insults and "endangerment" by stress and/or glucocorticoids

The hippocampus is particularly vulnerable to necrotic insults such as seizure, the hypoxia-
ischemia, following stroke or cardiac arrest and hypoglycemia [4]. Neuron death following such
insults arises from excessive synaptic levels of excitatory amino acid (EAA) neurotransmit-
ters such as glutamate and aspartate, resulting in excessive post-synaptic mobilization of free
cytosolic calcium. Calcium excess causes promiscuous overactivation of calcium-dependent
processes, leading to the generation of reactive oxygen species (ROS), cytoskeletal damage and
DNA fragmentation [4-7]. Apoptotic cell death is activated in a subset of insulted neurons; the
severity and duration of the necrotic insult, the age of the cells, and the extent of energy avail-
ability all influence the likelihood of death by apoptosis [8,9].

GCs and stress can impair the capacity of neurons to survive necrotic insults. Insults whose
toxicities are worsened by GCs in the rodent hippocampus include EAAs [10-15], global isch-
emia [16-19], hypoglycemia, antimetabolites [9,10], and cholinergic and serotonergic toxins
[20-22]. These effects occur in all hippocampal cell fields, reflecting the high levels of GR
expression throughout the rat hippocampus [3]. The exacerbation of damage by GCs is apparent
with just a few days of GC exposure, can involve a 10-fold increase in toxicity, and is steroid-
specific and mediated by the GR.

Insults such as seizure or cardiac arrest stimulate substantial GC secretion. Preventing such
secretion (by adrenalectomy), or blocking GR decreases neurotoxicity [15,16,18,23]. Thus, the
"typical" extent of damage following an insult reflects, in part, GC-induced endangerment.

As noted, GCs have numerous peripheral actions. Studying endangerment in vitro, absent
these confounding actions, has aided in the identification of mediating mechanisms. GCs
increase the toxicity of EAAs both in hippocampal cultures and cell lines [24-27], hypoglyce-
mia [28], cyanide [29], reactive oxygen species [24,26,30], the (3-amyloid peptide [26], and con-
stituents of HIV such as gpl20 [31-36]. This endangerment also occurs in other brain regions,
including the striatum, cortex and nucleus basalis, albeit less consistently or to a lesser extent
than in the hippocampus [14,16,17,37-39]. Of note, GCs do not worsen all insults examined.
Exceptions include zinc neurotoxicity in hippocampal cultures [40], neonatal hypoxia-ischemia
in rats [19,41-44] and spinal cord trauma [45^17],
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2.3. Mechanisms mediating the GC endangerment

2.3.1. Disruption ofneuronal energetics [48]

For most animals, "stress" is a physical challenge such as escaping a predator. At such times,
GC adaptively divert energy to exercising muscle. This involves GCs inhibiting glucose uptake
throughout the body. GCs do the same in the brain, inhibiting glucose uptake 15-25%, particu-
larly in the hippocampus (or in hippocampal cultures) [49-54].

These GC actions appear to have consequences during an insult. For example, GCs accelerate
the decline in ATP levels in hippocampal neurons and glia during insults [55,56], and the endan-
gering effects of GCs are lessened if neurons are supplemented with excess energy [57].

Necrotic insults such as stroke, global ischemia, hypoglycemia and seizure constitute energy
crises (disrupting energy production or excessively consuming energy). In such crises, hippoc-
ampal neurons fail in the costly tasks of regulating EAA and calcium levels. GCs, by disrupting
energetics, exacerbate the EAA and calcium accumulation during these insults; as evidence,
energy supplementation can reverse these effects [13,26,58-61] (this capacity of GCs to increase
synaptic concentration so of glutamate and of cytosolic calcium is probably relevant to under-
standing GC-induced disruption of LTP via opening of calcium-dependent potassium channels,
and of GC-induced atrophy of dendritic processes). While the source of the excess calcium
influences the extent of damage at least as much as the absolute amount of calcium mobilized
[62], a GC-induced increase in calcium load worsens the resulting oxygen adical accumulation
and cytoskeletal damage [13,30,63-66]. GCs also decrease levels of reduced glutathione (the
substrate for the antioxidant glutathione peroxidase), an effect secondary to the disruptive effects
of GCs on energetics [67]. These deleterious effects of GCs on various steps of this necrotic
cascade are lessened when neurons are supplemented with excess energy substrates.

2.3.2. Endangering GC actions that are independent of energetic effects

There are also GC effects on glutamate, calcium and reactivce oxygen species that are likely to
be non-energetic, in that they occur in the absence of shifts in energetic profiles, or occur too
quickly to be secondary to an energy deficit. For example, some GC actions on EAA or calcium
trafficking are rapid [68,69]. Moreover, in the absence of an insult, GCs rapidly increase voltage-
dependent calcium conductance, calcium spike duration, and calcium-dependent afterhyperpo-
larizations in CA1 neurons [70,71]. Within hours, GCs also decrease the expression of hippoc-
ampal PMCA-1 (plasma membrane calcium ATPase-1), which extrudes cytosolic calcium [72].
Finally, GCs decrease the activity of catalase and gluathione peroxidase in the hippocampus in
a manner that is at least partially energy-independent [66,67].

2.3.3. Disruption of cellular defenses

Neurons mobilize numerous defenses in response to insult [73,74]. GCs impair some of these
defenses. For example, the inhibition of synaptic glutamate removal or calcium extrusion by
GCs can be viewed as impairments of defenses [72,75]. Moreover, GCs block the defensive
upregulation of glutathione peroxidase activity post-insult. Thus, GCs have varied effects which,
collectively, impair the capacity of hippocampal neurons to survive necrotic insults.
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2.3.4. Triggering/worsening apoptosis

As noted, a subset of neurons die with at least elements of apoptosis following necrotic insults.
GCs have long been recognized for their capacity to induce apoptosis in immune cells. This has
suggested to some that the endangering effects of GCs in the hippocampus are likely to involve
increasing the number of neurons dying apoptotically [76]. Insofar as GCs, under circumstances
where they increase the neurotoxicity of excitotoxic insults, do not increase indices of apoptosis,
including caspase activation, DNA condensation, or internucleosomal DNA fragmentation [66],
this appears not to be the case.

2.4. Glucocorticoid endangerment and a seeming paradox

The earliest report of the endangering effects of GCs in 1985 [ 10] brought up the issue of inflam-
mation. It has been known for decades that GCs can be profoundly anti-inflammatory; these
actions account for most of the approximately 16 million prescriptions for synthetic GCs writ-
ten annually in the United States. Critically, it has become apparent that necrotic insults cause
considerable inflammation in the brain, and that such inflammation can be extremely damaging
(leading to "secondary" toxicity to neurons otherwise destined to survive the primary insult).

This seemingly generates a clear problem with the notion of GC endangerment. If GCs
decrease inflammation, and if such inflammation adds to the neurotoxicity following necrotic
insults, then GCs should be protective, rather than endangering. And thus if a quite consistent lit-
erature demonstrates that GCs, nonetheless, increase the neurotoxicity of necrotic insults in the
hippocampus, then the adverse endangering effects (summarized above) must be, collectively,
more powerful than the opposing protective anti-inflammatory actions.

The resolution is one that a number of investigators have suggested [69]. However, the basic
premise of this resolution has been questioned in recent years. Specifically, it appears that
following necrotic neurological insults, GCs are far less anti-inflammatory than previously
assumed and, in fact, have some pronounced pro-inflammatory effects.

3. GCS AND THE IMMUNE SYSTEM

GCs have been used widely for the treatment of diseases associated with activation of the
immune system since their original application in the late 1940s [77]. This work led to the win-
ning of the Nobel Prize for medicine and provided the foundation for the dogma that GCs are
uniformly immunosuppressive. The use of GCs in the treatment of various clinical disorders
such as autoimmune diseases, chronic inflammation or transplant rejection has been proven
successful. The therapeutic value of GCs is attributed to their potent anti-inflammatory and
immunomodulatory effects (Table I) on T-cell activation, adhesion molecule expression, cell
migration and cytokine production [70]. It is furthermore well-known that GCs induce apoptosis
in certain immune cells like T-lymphocytes and macrophages (see Table I).

In aged populations with elevated GC levels, infectious diseases are generally more serious
and cause higher mortality. This increased susceptibility to infections is attributed to a periph-
eral suppression/decline of function of the immune response [78]. In general this and other
age-related effects are not caused by elevated GC levels alone; other factors such as shortening
of telomeres and impairment of DNA repair are most likely also contributing to the observed
phenomenon of immunosenescence. GC mediated reduction of leukocyte infiltrate for example
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Table I Immunosuppressive/Anti-inflammatory Glucocorticoid effects.

Lymphocytes (adaptive)

Decreased cytokine-induced proliferation
Decreased cytotoxicity
Decreased cytokine production (IL-1, IL-2)
Induction of apoptosis f Lymphopenia)

Neutrophil granulocytes (innate)

Decreased extravasation
Decreased adhesion molecule expression
Decreased phagocytosis
Decreased free radical generation
Decreased chemotaxis

Macrophages/monocytes (innate, adaptive)

Decreased extravasation
Inhibition of differentiation
Decreased phagocytosis
Decreased MHC I and II expression
Decreased antigen presentation

Miscellanous

Decreased adhesion molecule expression (e.g. ICAM-1, VCAM-1)
Decreased pro-inflammatory cytokine production (e.g. IL-la/p, TNF-a, IL-6, IL-2)

occurs via the downregulation of adhesion molecules such as ICAM-1, ELAM-1 and VCAM-1
[79]. In addition monocyte and neutrophil recruitment during acute inflammation has been found
to be under the negative modulatory control of the GC-induced lipocortin-1 [80]. This clearly
shows that GCs have anti-inflammatory effects in the periphery. Infections in the elderly are not
only more frequent and more severe, but they also have distinct features with respect to clinical
presentation, laboratory results, microbial epidemiology, treatment, and infection control [81].

3.1. GCs and immunosenescence

Age related alteration of T cell function represents one of the most consistent and dramatic
effects observed. It has been postulated that these changes may be due to alterations of the
cytokine profile. Data from rodent studies support an age-related and probably GC-mediated
shift from a Thl-like to a Th2-like cytokine pattern in the periphery. However an extensive
review of over 60 studies by Gardner et al. [82] suggested that age-associated cytokine changes
in humans are inconsistent and do not always show a shift towards a Th2-like pattern. It has been
observed that elderly caregivers of dementia patients showed blunted mitogen-induced prolifera-
tion [83], NK-cell activity [84] and impaired antibody responses following influenza vaccina-
tion [85] compared to age-matched non-caregivers. Another study showed that chronic stress in
elderly caregivers is associated with impaired lymphocyte immunity [86].

Interestingly in elderly men a decrease of GC-sensitivity in the periphery immediately after
stress has been found compared to young controls [87]. The increase in GC sensitivity after
stress in younger individuals might serve as a protective mechanism from a harmful increase of
pro-inflammatory cytokines.
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3.2. GC effects on CNS vs. peripheral inflammation

Amid the textbook picture of GCs being anti-inflammatory in the periphery, recent work sug-
gests some instances of pro-inflammatory GC effects in the CNS.

Several investigators found a GC-induced selective suppression of cellular adaptive immunity
(T cells) and enhancing of humoral (B cells, antibodies) immunity. In a recent study, dexametha-
sone treatment failed to downregulate the cytokines IL-1 a and TNF-a after chemically-induced
hippocampal injury in mice [88]. GCs are of no therapeutic benefits in stroke patients [89],
nonsteroidal anti-inflammatory drugs exert a stronger protective effect in Alzheimer's disease
[90,91] and several studies argue even against their use in the treatment of post-stroke edema
[92,93]. Furthermore, GC treatment failed to have beneficial effects in a recent clinical trial with
Alzheimers patients [94].

Even more surprisingly, some studies even demonstrated pro-inflammatory GC effects in the
CNS: 5-Lipoxygenase (5-LO), the enzyme crucial for the biosynthesis of inflammatory leukot-
rienes is present in neurons and 5-LO expression has been found to be increased in the rat brain
after GC treatment [95] and during ageing [96]. Despite a general immunosenescence (decrease
of immunological parameters like phagocytosis, cell trafficking, etc.) some increased immune
functions like IL-4, IL-6 and TNFoc production could be observed [2]. It is well accepted that
infectious diseases are generally more serious and cause higher mortality in ageing populations
[81]. For example influenza-infected, aged mice had a blunted immune response and a lower
survival rate than age-matched controls [97]. However the situation seems to be quite different
regarding viral infections of the nervous system. It was found that newborn guinea pigs were
significantly more susceptible than adult animals to the development of a herpes simplex virus
infection of the trigeminal ganglion [98]. In a very recent study on Sindbis virus infected mice,
Labrada et al. confirmed that several mammalian neurotropic viruses produce an age-depend-
ent encephalitis characterized by more severe disease in younger hosts [99]. Furthermore 24
month old rats showed higher IL-6 levels and equal TNF-a levels after intracerebrovenrticular
lipopolysaccharide treatment compared to 3 month old rats [100]. Since aged animals seem to
deal better with CNS infections, these studies suggest that within the CNS elevated GC levels do
not have an immunosuppressive effect. In fact a considerable number of studies demonstrate an
age-related increase in immunological activity in the brain despite elevated GC levels: The age
related increase of glial fibrillary acidic protein (GFAP) expression demonstrates an increased
activation of astrocytes [101-103]. There is also evidence that microglial cells show an increased
activation with age [104-108]. On a functional level these microglia show increased phagocy-
tosis [109], increased major histocompatibility class II (MHC II) expression, and an increased
secretion of proinflammatory cytokines [110,111]. In a very recent study using microarray and
real time RT-PCR technology on 3, 12, 18, and 24 month old mice, Terao and colleagues found
that in the ageing hippocampus immune response gene expression was significantly increased.
Among those were T cell activation genes, proinflammatory cytokines and chemokines [112].

All these examples indicate that GCs not only suppress immune function as known in the
periphery but have also the potential to enhance certain parts of the immune system especially in
the CNS. We could also confirm this in a recent study from our group [113]:

We investigated the GC effect on lesion size, cellular inflammatory infiltrate and mRNA
cytokine pattern after excitotoxic brain injury in the rat hippocampus. Compared to basal GC
levels acute high GC levels reduced these inflammatory cells at early timepoints but cell num-
bers were increased later on, suggesting a delaying and pro-inflammatory effect of GCs. Even
more surprisingly, chronically elevated GC levels resulted in rapid infiltration and a further
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increase of cellular infiltrate compared to the other two groups. In contrast to their immunosup-
pressive effects in the periphery (reduction of cellular inflammatory infiltrate) GCs seemed to
have a pro-inflammatory effect (increase of total inflammatory cell numbers) in this model of
CNS inflammation. We found elevated mRNA levels of the pro-inflammatory cytokines IL-
loc, IL-l(i, IL-6 and TNF-oc in all three groups after kainate injection. Consistent with known
peripheral anti-inflammatory GC effects (Table I), acute high GC levels inhibited IL-loc, IL-1(3,
TNF-oc but not IL-6 mRNA synthesis compared to basal GC levels. In contrast, chronically high
GC levels caused an increase of these four pro-inflammatory cytokine messages compared to
basal GC levels, thus revealing yet another unexpected pro-inflammatory effect of GCs in CNS
inflammation. These findings suggest that the physiological role of GCs, especially in the CNS,
is not merely immunosuppressive, but can also be pro-inflammatory.

Although immunological function in the periphery has been demonstrated to decline with age
[114], the immune response in the brain seems on the contrary seems to become more activated
with age. This is especially interesting since these age-related increases in the inflammatory
potential of the brain could be an important factor in the pathogenesis of neurodegenerative dis-
eases like Alzheimer's disease that are associated with a inflammatory reaction [115,116]. For
example the pro-inflammatory cytokines IL-1 p\ IL-6 and TNF-a have all been reported to play
a role in the formation of neuritic plaques in AD [117-119].

4. STRESS AND AGEING

The hippocampus, a brain part vital for learning and memory, has one of the highest GC recep-
tor concentrations in the brain [120,121], and is therefore particularly sensitive to GC effects.
In a striking correlation, immune response genes such as cytokines and their respective recep-
tors are also highly expressed in the hippocampus [122-124]. Regarding (neuro-)inflammation
it is important to note that besides psychological and physiological stimuli, proinflammatory
cytokines such as IL-1 proved to be potent stimulators of the HPA axis [125-127].

A part of the well-known pharmacological effects of glucocorticoid hormones (GC) as immu-
nodepressive agents, the direct effects of many HPA axis hormones on immune functions is actu-
ally documented also in physiologic conditions. Conversely, soluble mediators of the immune
system are reported to affect the HPA axis functions at various steps of HPA axis regulation, in
both physiologic and pathologic conditions. Stress and ageing may represent two paradigmatic
conditions to show the relevance of the bidirectional network between the HPA axis and the
immune system.
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ABSTRACT

Osteoporosis (Greek for "porous bone") describes a pathological condition of the skeleton as
it results from accelerated bone loss. The disease is multifactorial in origin and afflicts both
women and men with increasing frequency at advanced age. Reduction of bone mass and min-
eral density can be caused by any perturbation of the bone remodeling process that leads to an
increase of bone resorption at the expense of bone formation. This review describes (i) the role
of a complicated network of neuroendocrine and immune factors, which involves steroid hor-
mones (1,25-dihydroxyvitamin D3, estrogens, androgens, corticosteroids), neuropeptides and
neurotransmitters (NPY, oc-MSH, leptin, calcitonin, CGRP, VIP) as well as cytokines (IL-1,
IL-4, IL-6, IFN-y), in systemic and local control of bone turnover, (ii) focuses on age-related
changes in the cross-talk between the neuro-endocrine and the immune system, and (iii) evalu-
ates their relevance for the development of osteoporosis.

1. INTRODUCTION

After cessation of longitudinal skeletal growth, bone can still acquire additional mass and min-
eral density until the so-called peak bone mass is reached. This is the case between 25-30 years
of age. From then on, bone mass is invariably declining. Therefore, both the absolute amount
of the peak bone mass as well as the rate of involutional bone loss must be considered the two
critical factors that determine the extent of bone mineral density in later life. Physiologically,
involution of mineralized bone leads to osteopenia, a status of reduced bone mass and bone
mineral density. Osteoporosis is the manifestation of a systemic skeletal disorder which afflicts
both genders with increasing incidence in elderly people. The disease is characterized by severe
loss of bone mass in combination with typical microarchitectural deterioration of bone tissue
(for review, see [1]). Compromised bone strength predisposes a person to an increased risk of
fracture at typical sites of the skeleton [2]. The disease is certainly of multifactorial origin, since
apart from ageing (for recent review, [3]) and genetic disposition [4], mechanical, nutritional as
well as hormonal factors [5-7] have been identified as causes of accelerated bone loss. It must
be noted, that low bone mineral density is the most important though not the only contributor to
the impairment of bone strength [2].
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2. THE BONE REMODELING PROCESS

During the entire lifetime of a vertebral organism, skeletal tissue is undergoing cellular and
metabolic turnover in a cyclic process that is known as "bone remodeling" [8]. This allows the
adult skeleton to regenerate continuously and, at the same time, to maintain the mineral density
of individual bones at fairly constant levels. Under physiologic conditions, bone loss normally
does not exceed the amount of 1 % per year. This can be the case only if the rate of bone resorp-
tion by osteoclasts is matched by the rate of bone formation by osteoblasts. The tight coupling
of bone formation and resorption is achieved through the coordinate action of systemic osteo-
tropic hormones and local factors on proliferation, differentiation and function of osteoblasts as
well as of osteoclasts. Hence, any defect in control of bone remodeling leading to an excess of
resorption over formation of bone, must be seen as a potential risk factor for the development of
osteoporosis [9,10].

2.1. Bone formation/resorption coupling

The bone forming osteoblasts are mesenchymal cells, which originate from bone marrow stro-
mal cells, whereas bone-resorbing osteoclasts derive from undifferentiated hematopoetic cells.
Systemic hormones and locally acting growth factors and cytokines initiate commitment and
expansion of undifferentiated precursor cells along either the osteoblastic or the monocytic
lineage, and promote their further differentiation into mature osteoblasts [11] or osteoclasts,
respectively [12].

2. /. /. Regulation of osteoblast differentiation and activity

Stromal bone marrow cells are pluripotent mesenchymal stem cells [ 13] which can differentiate
into osteoblasts and chondrocytes, but also into other cell types such as fibroblasts, adipocytes
or myoblasts [14]. Members of the family of bone morphogenetic proteins induce the transition
from pluripotent stem cells into commited osteoprogenitor cells [15]. Further growth expansion
is achieved by growth factors such as TGF-B, PDGF, FGF, and IGF [16]. It has been confirmed
recently that also parathyroid hormone (PTH), under certain conditions, causes proliferation of
osteoblastic cells [17]. The four phases of the bone formation process, e.g. proliferation, matrix
deposition, maturation and mineralization, are the result of stepwise further differentiation of
osteoprogentior cells and pre-osteoblasts into mature osteoblasts. The process is driven by
phase-specific genetic programming of the respective cellular activities [16]. Apart from growth
factors, estrogens and androgens stimulate proliferation and matrix deposition, whereas these
processes are negatively affected by glucocorticoids. 1,25-dihydroxyvitamin D., (1,25-(OH),D,,)
[18] and also triiodothyronine [19] are indispensable for final transition of osteoblasts into a
fully differentiated state (for detailed review on osteoblast functions in health and disease, see
[20]).

2.1.2. Regulation of osteoclast differentiation and activity

It must be noted that formation of multinucleated mature osteoclasts requires the close contact
of osteoclast progenitors with cells of the osteoblast lineage within a unique spatial and tempo-
ral structure known as the basic multicellular unit. The osteoblast is the only bone cell, which
exhibits the complete repertoire of plasma membrane and nuclear receptors for all systemic
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osteotropic hormones, except for calcitonin, as well as for local bone-acting factors including
cytokines and prostaglandins [21]. Therefore, the osteoblast is the prime target cell for factors
that stimulate bone resorption, viz., PTH, TNF-oc, interleukin (IL)-l, prostaglandins (PG), or
glucocorticoids, but also for factors that inhibit osteoclast differentiation and activation such as
estrogens [22], TGF-(3 [23], and IFN-y [24].

Formation of osteoclasts is initiated by the induction of a membrane-associated "osteoclast
differentiation factor" (ODF) in stromal/osteoblast cells. ODF has been shown to be identi-
cal with the receptor activator of NF-KB ligand (RANK-L), a member of the TNF ligand and
receptor family, which is also expressed on T lymphocytes and dendritic cells [25]. Its cognate
receptor, RANK, is expressed on mononuclear osteoclast precursors. Signaling from RANK/
RANK-L interaction initiates fusion and differentiation into multinucleated mature osteoclasts.
Osteoclast differentiation is inhibited by osteoprotegerin (OPG), a protein released from stromal/
osteoblastic cells [26]. OPG serves as a soluble "decoy" receptor that competes with RANK for
RANK-L, and thereby acts as osteoclastogenesis inhibitory factor (OCIF) [27].

According to a model proposed by Hofbauer et al. [27], the actions of all bone acting hor-
mones, growth factors and cytokines converge on the level of RANK-L and OPG expression on
stromal/osteoblastic cells and thereby modulate the pool size of active osteoclasts. The direction
in which the number of active osteoclasts changes depends on whether bone-resorbing factors
up-regulate the expression of RANK-L over that of OPG, or, conversely, whether osteogenic
factors shift the balance towards increased OPG expression.

Not included in this model is the action of IL-6 and other gpl30-signaling cytokines on bone
turnover. Although considered a potent stimulator of osteoclastic bone resorption, IL-6 in fact
does not act on RANK-L expression on osteoblastic cells [28]. This is consistent with earlier
reports that IL-6 alone has no effect on osteoclast generation in bone marrow cultures, although
signaling from the IL-6/IL-6 receptor/gp 130 complex augments the osteoclast generating action
of 1,25-(OH),Dv triiodothyronine, PTH or PGE,, respectively [29-31].

3. AGEING OF BONE: ALTERATIONS IN BONE CELL PRECURSOR POOL SIZES
AND DIFFERENTIATION

Ageing is the result of multiple genetically programmed mechanisms as well as stochastic events
and leads to accumulation of damaging alterations in genes that code for vital cellular func-
tions. With respect to bone formation, a number of studies demonstrate an age-related deficit in
osteoblast maturation and function. Bergman and colleagues [32] found that primary marrow
stromal mesenchymal stem cell cultures from older BALB/c mice yielded clearly fewer osteo-
genic progenitor cell colonies than those from younger animals. Similar data were reported by
Kahn and coworkers [33] who also found a considerable decrease in the number of osteogenic
stromal cells in bone marrow from 24-month old compared to 4-6 month-old mice. Quarto et al.
[34] found a lower number of osteoprogenitor cells in bone marrow from adult when compared
to aged rats. In addition, a defect in maturation of pre-osteoblasts into osteoblasts as well as in
their ability to form bone was demonstrated [35]. Battmann et al. [36] demonstrated an impaired
growth of human endosteal bone cells from men aged over 50 years. Pfeilschifter and cowork-
ers [37] studying cellular outgrowth from human bone explants, observed a significant negative
correlation between donor age and responsiveness of osteoblast-like cells to mitogenic cytokines
and growth factors.

The senescence-accelerated mouse-P6 (SAMP6) is an interesting model of involutional osteo-
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penia. SAMP6 mice exhibit decreased osteoblastogenesis in the bone marrow that is associated
with a low rate of bone formation and reduced bone mineral density [38]. Secondary to impaired
osteoblast formation, also osteoclastogenesis is decreased in these mice.

There is strong evidence that age-related osteopenia results from inversely related changes in
the pool size of hematopoetic osteoclast precursor cells and osteogenic stromal cells. For exam-
ple, Perkins et al. [39] found a significant age-related increase in the pool size of hematopoetic
osteoclast precursor cells in bone marrow from mouse long bones. In addition, co-culture of
bone marrow cells from aged mice with a stromal cell line gave rise to twice as many osteoclast-
like cells than marrow cells from young animals. Recently, Makhluf et al. [40] reported that
OPG mRNA expression in human bone marrow cells declines with age. Consequently, this may
increase the ability of stromal cells/osteoblastic cells to support formation of osteoclasts and
hence active bone resorption.

4. NEURO/ENDOCRINE/IMMUNE CIRCUITS IN CONTROL OF BONE TURNOVER

Neuropeptides play an important role in bone remodelling. The hypothalamic-pituitary endo-
crine system regulates the production of osteotropic steroid/thyroid/vitamin D hormones.
Secondly, neuropeptides can regulate bone turnover by activation of presynaptic receptors in
the hypothalamic region. Alternatively, when released from nerve terminals of neurons that
are widely distributed in mineralized tissue, neuropeptides may exert direct effects on bone
cell functions, and thus participate in the local control of bone remodeling. Furthermore, neu-
ropeptides affect the release of cytokines from immune cells, which, on the one hand, are potent
effectors in systemic and local bone turnover, but, on the other hand, participate in feed-back
regulation of the neuroendocrine system [41,42].

4.1. Peripheral effects of neuropeptides on bone turnover

An intense network of nerve fibers can be demonstrated in skeletal tissues, not only in the
periosteum but also within cortical bone and bone marrow. This neuro-osteogenic network
expresses neuropeptides and neurotransmitters with specific effector functions on bone cell
activities [43,44]. For example, calcitonin gene-related peptide (CGRP), vasoactive intestinal
peptide (VIP) and neuropeptide Y (NPY) can modulate intracellular cAMP levels in osteoblastie
cells in a receptor-mediated fashion [45], whereas substance P can induce resorption of cultured
mouse calvarial bone [46]. These observations underscore the notion that nerves containing
these neuropeptides may play a role in focal bone remodeling at various sites of the skeleton,
e.g. in alveolar bone remodeling [47] or pathogenesis of arthritis [48,49].

4.1.1. Calcitonin, CGRP, and VIP

Calcitonin and calcitonin gene-related peptide (CGRP) are derived by alternative splicing from
the same calcitonin gene, CALC 1. Calcitonin must be considered a neuropeptide, because it is
mainly produced in the so-called C-cells of the thyroid gland, which are ultimately derived from
the neural crest. It has been known since long that calcitonin by interaction with high-affinity
receptors on the osteoclast plasma membrane is a potent inhibitor of osteoclastic bone resorption
(for review, [50]) Nevertheless, it is still a matter of debate whether calcitonin has any physi-
ological significance for the regulation of calcium homeostasis [51].
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Calcitonin gene-related peptide (CGRP) is the major processed calcitonin gene product in
neurons. Although CGRP, as a weak agonist for the calcitonin receptor, can act as an inhibitor of
osteoclastic bone resorption, its main effect on skeletal metabolism seems to stem from its effect
on osteoblastic cell proliferation [52]. CGRP has been detected in nerve fibers in rat periosteum,
bone, bone marrow and in soft tissue adjacent to bone. The wide distribution of CGRP-contain-
ing nerve fibers in the vicinity of bone cells suggests a role for CGRP in local regulation of bone
remodelling [45,53]. CGRP plasma membrane receptors are present on osteoblasts of many
species including humans [54]. Activation of CGRP receptors is transduced into intracellular
proliferative signaling via the PKC pathway [55].

Periosteum and bone are also innervated by sympathetic nerve fibers with immunoreactivity
to VIP [56,57]. VIP has been shown to stimulate mRNA and protein expression of the osteob-
lastic differentiation marker, alkaline phosphatase, in mouse calvarial osteoblasts. In conjunc-
tion with the observation that VIP promotes bone nodule formation in osteoblast cultures, it is
suggested that the VIP possibly controls anabolic processes in bone [58]. Another facet of VIP
action on bone in vitro was described by Lundberg et al. [59], who observed a transient, probably
receptor-mediated inhibition of activity of rat osteoclasts cultured on dentin slices.

4.1.2. NPY and a-melanocyte stimulating hormone (a-MSH)

Sympathetic nerve fibers containing NPY have been identified within and around mineral-
ized skeletal tissue [57]. NPY may have a direct effect on bone cell function, since in vitro it
modulates intracellular cAMP levels in osteoblastic cells in a receptor-mediated fashion [45,54].
a-MSH stimulates proliferation of osteoblasts in vitro through activation of the melanocortin
receptor IV, which is expressed also on osteoblasts [60]. a-MSH seems to have a dual periph-
eral effect on bone remodeling inasmuch as it stimulates also formation of osteoclasts in bone
marrow cultures. The consequent bone-resorbing effect of a-MSH apparently prevails in vivo,
since subcutaneous injection of a-MSH into mice causes extensive trabecular bone loss [60].

4.2. Central nervous control of bone turnover

NPY and a-MSH are both downstream effectors of leptin and play a central role in the hor-
mone's action on food intake. Signals from hypothalamic leptin receptors are transduced in a
dual mode: activity of NPY-containing neurones is depressed, leading to reduced food intake,
whereas release of the anorexigenic POMC gene product, a-MSH, is stimulated. Ducy et al.
[61] put forward the notion that leptin is not only a regulator of body fat but also modulates
central nervous control of bone remodeling. This notion has been substantiated by a wealth of
experimental evidence although the exact mechanisms by which leptin exerts control on bone
remodeling are not yet fully understood.

At present it is not clear to which extent a-MSH is involved in central nervous control of bone
turnover [60]. There is, however, substantial evidence from the work of Herzog and his group,
that NPY mediates hypothalamic control of bone remodeling [62], It had been reported that
intra-ventricular infusion of NPY leads to bone loss in mice. However, it was not clear whether
this effect of NPY is mediated by secondary changes in the activity of systemic osteotropic hor-
mones and related factors including leptin, or whether the observed reduction in bone density
reflected primarily a central regulatory effect of NPY on bone remodeling. Baldock et al. [62]
studied parameters of bone remodeling in neuropeptide receptor Y2-deficient mouse models.
They presented evidence, which allowed to identify the Y2 receptor, which is abundant in the
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arcuate nucleus of the hypothalamus, as the most likely candidate for mediating the effect of
NPY on bone formation. It was suggested that the effect of NPY on bone mass is selectively
transduced through activation of the Y2 receptor, whereas signaling from receptors Yl and Y3-5
mediates the effects of NPY on food intake.

Similarly, a dissociation of the effects of leptin on body adipose tissue and bone mass was
reported by Takeda et al. [63] These authors concluded from their study on leptin action in
appropriate knock-out and transgenic mouse models, that leptin exerts its effects on bone den-
sity solely by activation of the peripheral sympathetic nerve system. In leptin-deficient animals,
pharmacological activation of pVadrenergic receptors on osteoblasts mimics the anti-osteogenic
effect of leptin.

4.3. Leptin, NPY and ageing

The apparent negative effects, which leptin and NPY have on bone formation by modulat-
ing central nervous control of bone remodeling, are contrasted by opposite peripheral effects
on bone cell function. NPY, similar to other neuropeptides, promotes osteoblast differentia-
tion through activation of a specific plasma membrane receptor, which is expressed together
with various other neuropeptide receptors on human osteoblasts and osteogenic sarcoma cells
[45,54]. Similarly, leptin regardless whether derived from adipose tissue or produced by osteob-
lastic cells could exert an osteogenic effect (for review, [64]), for example, through its ability to
promote differentiation of osteoblasts [65] and to inhibit osteoclastogenesis through induction of
OPG and inhibition of RANKL expression in bone marrow stromal cells [66,67].

Gordeladze and Reseland [68] as well as Thomas [64] have proposed a unified model for the
dual mode of action of leptin on bone turnover. Accordingly, the net result of the antagonism
between central and peripheral effects may depend on specific conditions, which modify local
production of leptin in either the skeletal tissue, such as mechanical strain, or in the adipose
tissue, such as fat deposition. An important determining factor for the efficiency of leptin is the
development of central resistance to leptin with ageing [69] and with increasing body fat mass
[70]. In this case, bone formation induced by peripheral leptin action prevails over the extent
of bone resorption resulting from the central nervous action of the hormone. Development of
central resistance to leptin can therefore be considered a physiological mechanism by which
otherwise accelerated bone loss can be counteracted and, hence, the negative effects of ageing
on bone turnover can be mitigated. A strong indication that an osteoprotective mechanism is
increasingly active with advancing age comes from a recent report by Kudlacek et al. [71] show-
ing that serum levels of OPG increase with age in a healthy adult population.

4.4. Neuroendocrine regulation of cytokine expression: relevance for bone turnover

Immune cytokines such as the three members of the TNF-a receptor/ligand family, RANK,
RANK-L and OPG, are the most distal effectors of bone turnover inasmuch as they integrate
osteoblast functions with generation and activation of osteoclasts (see paragraph 2.1.2). Accord-
ing to the convergence hypothesis of Hofbauer et al. [27], a variety of upstream cytokines (IL-1,
TNF-a) and hormones (PTH, 1,25-(OH)9Dv sex hormones, glucocorticoids) act on the expres-
sion of RANK-L and OPG and eventually control the pool size of active osteoclasts.

Periosteum, bone and bone marrow are innervated by a dense network of sympathetic nerve
fibers exhibiting immunoreactivity to NPY and other neuropeptides, e.g. VIP, CGRP or sub-
stance P [57]. Upon release from nerve terminals, these neuropeptides can affect bone cell func-
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tion (see paragraph 3.1) but also modulate cytokine production by immune cells [42,72], which
are present in bone marrow and in the basic multicellular bone forming unit. Particularly NPY
induces the release of bone-resorbing cytokines, such as IL-1, TNF-a and IL-6, from human
peripheral blood mononuclear cells

The presence of IL-1 in autonomous nerve fibers in bone [73] indicates another feature of the
neuroimmune crosstalk, since IL-1 not only acts on bone cells but also affects neurotransmitter
release from nerve terminals [42]. That bidirectional communication between the neuroendo-
crine and the immune system is of relevance for the control of bone turnover, is illustrated best
by the fact, that the most powerful bone-resorbing cytokines, IL-1, TNF-a, IL-6, particularly
when released from monocytes and T lymphocytes during an acute or chronic inflammatory
response, increase the activity of the hypothalamic/pituitary/adrenal axis [41,42].

4.5. The hypothalamic/pituitary/endocrine gland axis in control of bone remodeling: influ-
ence of ageing

Most of the hormonal changes associated with ageing are secondary to age-related changes in
nutritional status, body composition or increased prevalence of certain illnesses. However, some
may well have a primary role in the emergence of various phenotypic changes of ageing such as
involutional bone loss. Age-dependent changes in activity of the hypothalamic/pituitary endo-
crine system, as reported by Mooradian and Wong [74], Kappeler et al. [75] or Goncharova and
Lapin [76], are therefore of particular relevance for the pathogenesis of osteoporosis.

The mechanisms, by which age acts as a negative regulator of GH secretion, encompass
increased somatostatin release, decreased GH-releasing hormone secretion, or, most likely,
reduced pituitary responsiveness to GH-RH or other endogenous secretagogues [77]. Since
post-pubertal falloff in GH circulating levels is twice as marked in men as in age-matched pre-
menopausal women, whereas the rate of involutional bone in this time period is the same in both
sexes, it is difficult to assess how much the physiological decrease in GH secretion contributes
to osteoporotic bone loss.

Of all pituitary hormones, only GH may have a direct effect on bone remodeling inasmuch
as it causes stimulation of IGF-1 production by bone cells [16]. IGF-1 in an autocrine/paracrine
fashion enhances proliferation of preosteoblasts and augments bone matrix synthesis in more
differentiated osteoblasts. Its expression can be upregulated, for example, by PGE, [78] and
thyroid hormone [79].

Hypogonadism is an important risk factor for osteoporosis in both men and women [80]. A
severe negative impact on the maintenance of an adequate bone mass and mineral density can
therefore be expected to result from age- or developmental-related disturbances of neuroendo-
crine regulation of gonadotropin secretion causing retardation of puberty in both sexes or pro-
longed periods of amenorrhoe in women, respectively.

Apart from symptomatic hypogonadism, low serum levels of sex steroids in otherwise healthy
individuals must be considered risk factors for osteoporosis in both women and men. There is
good correlation between the decline of testosterone levels with decreased bone mineral density
in elderly men (see among others, [81]). Interestingly, there is increasing evidence that andro-
gens also contribute to normal bone mineral density in females [82], and that, consequently,
low bioavailable serum testosterone is an independent risk factor for osteoporotic fractures in
post-menopausal women [83]. The importance of estrogens for the maintenance of bone mass
and mineral density in women is well documented (for review, see [22]). In addition, there is
increasing evidence that low bioavailable estrogen is a risk factor also for male osteoporosis (see
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among others, [7,84]). This implies that particularly with fading of gonadal functions, produc-
tion of osteoprotective sex hormones by the adrenal gland becomes increasingly important for
the maintenance of bone mass. However, there is evidence for an age-related impairment in the
activity of the hypothalamic/pituitary/adrenal gland axis, which specifically reduces production
of adrenal androgens and consequently also of estrogens. At the same time, synthesis of anti-
osteogenic glucocorticoids is apparently unaffected by the ageing process [76].

According to Mooradian and Wong [74] also the decline in activity of the hypothalamus/
pituitary/thyroid gland axis is primarily an age-related phenomenon, which, in combination
with end-organ resistance to thyroid hormone action may explain why clinical features of
hypothyroidism are frequently observed in elderly people. It has been known for a long time that
hypothyroidism is associated with reduced rates of bone formation [8].

With respect to the pathogenesis of osteoporosis one has also to take into consideration that
of all pituitary cells particularly the thyreotropes exhibit high levels of the vitamin D recep-
tor (VDR) [85], and are thus prime targets for genomic actions of 1,25-(OH)2Dr Interestingly,
Zofkova and Bednar [86] reported a significant stimulatory effect of orally administered 1,25-
(OH),D3 on TRH-induced TSH secretion in healthy human volunteers. Thus, vitamin D defi-
ciency, which is observed more frequently with increasing age [87], could have a negative effect
on TSH secretion and consequently on thyroid gland function. The fact, that thyroid hormones
have a profound effect on osteoblast maturation and function [ 19] and that thyroid hormones
often act in a synergistic manner with 1,25-(OH)2D3 in homeostatic control of mineral metabo-
lism [88], certainly warrants the conclusion, that reduced thyroid hormone activity in the elderly
could contribute to the development of involutional osteoporosis.
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ABSTRACT

Among the processes that characterize ageing in healthy individuals the best recognized include
atherosclerosis and osteoporosis. Similar as in healthy subjects, premature atherosclerosis has
been recognized as an important factor for the morbidity and mortality in patients with chronic
inflammatory diseases [1-8]. In chronic inflammatory diseases, independent of glucocorticoid
therapy, we observe other phenomena of premature ageing such as osteoporosis [9-12], risk
of thrombosis and hypercoagulation [13-15], actinically degenerate elastic tissue [16], muscle
wasting [17,18], and sleep disorders [19—22]. At the moment, the general rule behind acceler-
ated ageing is not known. This review tries to link phenomena of premature ageing in chronic
inflammatory diseases with systemic inflammation.

1. SYSTEMIC INFLAMMATION IN CHRONIC INFLAMMATORY DISEASES

Elderly healthy subjects demonstrate continuous immune activation which is evident as a mild
increase of serum TNF, serum interleukin (IL)-6, serum monocyte chemoattractant protein-1,
serum |32-microglobulin, serum neopterin and many others [23-31]. This smoldering proin-
flammatory stimulation may lead to subsequent deterioration of other global systems [32], In
chronic inflammatory diseases, this situation is much more pronounced because serum levels
of TNF and IL-6 are much higher as compared to the situation in elderly healthy people: For
example, patients with rheumatoid arthritis have much higher serum levels of TNF and IL-6 as
compared to age-matched healthy controls [33]. In contrast, elderly healthy people demonstrate
approximately 2 to 3 times elevated serum levels of these cytokines in relation to young people
[24,25]. It may be that a slow increase of cytokines steadily influence global systems in healthy
individuals during 3 to 5 decades of ageing (slow-motion) whereas the situation in a chronic
inflammatory disease is accelerated due to inflammation (time-lapse within months). How might
this happen ?
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2. CHANGES OF THE ENDOCRINE SYSTEM

2.1. ACTH, cortisol, and adrenal androgens

Plasma ACTH and serum cortisol remain relatively stable during ageing and in chronic inflam-
matory diseases, but these hormones increase in relation to other steroid hormones. This hor-
monal shift may lead to uncoupling of regulation because we know that synchronized release or
action of hormones and neurotransmitters are necessary for their additive or synergistic effects
[34]. This hormone shift is particularly obvious in relation to androgens because their production
is modulated by proinflammatory cytokines: In vitro, TNF, interleukin (IL)-l, and interferon-y
(IFN-y) inhibit androgen secretion of adrenocortical and gonadal cells, particularly, due to inhi-
bition of the P450cl7 which may lead to the cortisol pathway predominance [35-38]. I.v. injec-
tion of endotoxin to healthy subjects increased serum levels of IL-6 and TNF which was related
to an increase of cortisol relative to adrenal androgens [39]. A similar increase of cortisol relative
to adrenal androgens was also observed in short-term inflammatory cholestasis in humans [40]
which confirmed earlier studies in rats [41]. Furthermore, in patients with rheumatoid arthritis,
we were able to demonstrate that anti-TNF therapy normalized function of the adrenal glands,
particularly secretion of adrenal androgens relative to cortisol [42]. All these factors indicate that
cytokines can inhibit adrenal androgen secretion and lead to the cortisol pathway predominance.
We believe that the dissociation of cortisol relative to adrenal androgens is common in early
chronic inflammatory diseases (similar during healthy ageing). Loss of adrenal androgens is
important because, in the periphery, these hormones are precursors of downstream testosterone
and estrogens, which is particularly evident when gonadal hormone secretion declines.

2.2. Gonadal hormones

During healthy ageing, we observe a gradual decrease of gonadal hormone production. The
consequence of peripheral sex hormone loss is a compensatory increase of hypothalamic and
pituitary hormones such as gonadotropin releasing hormone, follicle stimulating hormone, and
luteinizing hormone [43]. In chronic inflammatory diseases, we observe an inflammation-depen-
dent decrease of serum testosterone [44^-6]. On the other hand, serum 17(3-estradiol remains
relatively stable and only tends to decrease [47-50]. The decline of serum testosterone is most
probably due to the cytokine - induced inhibition of the P450cl7 in gonadal glands (see above)
[36-38]. Stable 17P-estradiol serum levels are due to increased conversion of remaining andro-
gens to 17(3-estradiol due to a cytokine - induced activation of the aromatase and an activation
of the reducing 17p%hydroxysteroid dehydrogenase in inflamed tissue [50]. Due to relatively low
serum levels of testosterone and 17p-estradiol, increased serum levels of follicle stimulating hor-
mone and luteinizing hormone are measurable in patients with chronic inflammatory diseases
[46,51 ]. Thus, a state of increased inflammation leads to down-regulation of serum testosterone
and other androgens whereas proinflammatory estrogens remain stable.
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3. CHANGES OF THE METABOLIC SYSTEM

3.1. Homocysteine and zinc

A moderately increased serum level of homocysteine is an independent risk factor of vascular
diseases such as coronary artery disease, stroke, and thrombosis [52]. During normal ageing,
serum levels of homocysteine increase [53,54], which was attributed to a deficiency of folate,
vitamin B6, and vitamin B12. Interestingly, serum levels of homocysteine are also increased
in patients with chronic inflammatory diseases [55], which may contribute to thrombosis in
these patients and other vascular sequelae [56]. At present, it remains unclear whether systemic
inflammation directly leads to hyperhomocysteinemia since the direct influence of inflammatory
mediators on homocysteine metabolism has not been studied. Malnutrition was suggested to be
an important factor in patients with rheumatoid arthritis which leads to deficiency of folate, vita-
mins, pyridoxine, zinc, and magnesium [57]. These nutritional deficits would be strong factors
for hyperhomocysteinemia. Another element may be malabsorption of these important nutri-
ents which is influenced by concomitant DMARD therapy in patients with rheumatoid arthritis
[58,59]. In this respect, low serum levels of zinc were found in these patients [60], which is also
a phenomenon of the normal ageing process [611. These changes may largely depend on dete-
rioration of gastrointestinal function such as intestinal motility and exocrine secretion [62-64],
which may be disturbed by proinflammatory cytokines [65]. Thus, inflammation may induce a
sequence of events which can lead to hyperhomocysteinemia.

3.2. Lipids and lipoproteins

Another typical feature of the normal ageing process is an increase of triglycerides, oxidized
LDL cholesterol and a decrease of HDL cholesterol serum levels [25,66]. Decreased serum
levels of HDL cholesterol were also observed in patients with rheumatoid arthritis independ-
ent of glucocorticoid therapy [67—69]. The decreased HDL cholesterol and increased LDL
cholesterol serum levels were suggested to play a significant role in premature atherosclerosis
in these patients. It has been repeatedly demonstrated that proinflammatory cytokines such as
TNF increase serum levels of triglycerides and cholesterol and decrease HDL cholesterol serum
levels [70,71]. Thus, in patients with chronic inflammatory diseases altered lipoprotein serum
levels are to be expected on the basis of inflammation.

3.3. Advanced glycosylation products

Another interesting ageing phenomenon is tissue accumulation of products of advanced protein
glycosylation, which has been first described in diabetic patients [reviewed in 72]. Products of
advanced protein glycosylation induce permanent abnormalities in extracellular matrix com-
ponents, stimulate production of cytokines and reactive oxygen species, and alter intracellular
proteins [72]. It is also a characteristic feature of normal ageing and has recently been described
in patients with rheumatoid arthritis [73]. In this study non-enzymatic glycosylation of IgG was
found, and autoantibodies against this altered IgG were described in half of the patients. These
autoantibodies may prolong the half-life of altered IgG due to a diminished clearance of the
immune complex. Furthermore, the diabetes-typical advanced protein glycosylation product
pentosidine was found to be significantly higher in plasma of rheumatoid arthritis patients as
compared to plasma of osteoarthritis patients, diabetic patients, and normal subjects [74]. Pen-
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tosidine synovial fluid levels highly significantly correlate with pentosidine plasma levels which
indicates that the inflamed synovium may be the source. These glycated proteins have receptors
on monocytes and generate reactive oxygen species (ROS) which leads to stimulation of TNF
and IL-1 secretion from macrophages [75, 76]. ROS were found to be increased during the
normal ageing process and in the synovial microenvironment in rheumatoid arthritis [77-79].
Neutrophil - derived oxygen metabolites contribute to the development of the tissue injury and
inflammation. Since inflammatory mediators such as TNF stimulate production of ROS and
ROS stimulate TNF a vicious cycle may appear which leads to progression of the inflammatory
disease. In rheumatoid arthritis as compared to healthy ageing, inflammation might induce a
much earlier entry into the vicious cycle.

4. CHANGES OF THE NERVOUS SYSTEM

4.1. Neuronal innervation

Data are available from normal old rats and mice which show that, in comparison to young ani-
mals, sympathetic innervation is reduced in various tissues which depends on location and spe-
cies [rev. in 80]. Up to now, this phenomenon was not investigated in humans due to the difficult
access to tissue. Interestingly, sympathetic nerve fibers are dramatically reduced in the inflamed
synovial microenvironment of patients with rheumatoid arthritis [81, 82]. In chronic inflamma-
tory diseases, dysregulation of autonomic nervous reflexes, increased sympathetic nervous tone,
and increased plasma levels of sympathetic neurotransmitters most likely are a consequence of
inflammation.

4.2. Autonomic nervous reflexes

Flattening of autonomic nervous reflex amplitudes of the cardiovascular, pupillary, gastrointes-
tinal and other systems is typical during normal ageing [83, 84]. The interaction of these auto-
nomic nervous pathways become altered which leads to attenuation of autonomic reflex ampli-
tudes. It is now relatively clear that similar changes of the autonomic nervous system appear
in patients with different chronic inflammatory diseases [85-87]. The observed changes of the
autonomic nervous reflexes partly depends on the state of inflammation [87-89]. Proinflamma-
tory cytokines stimulate the sympathetic nervous system [90] so that a imbalance between the
two portions of the autonomic nervous system may appear. Chronic inflammation may lead to
uncoupling of the sympathetic and parasympathetic pathways which is detectable as autonomic
nervous dysfunction. Furthermore, levels of epinephrine, norepinephrine, and neuropeptide Y
were also increased in patients with chronic inflammatory diseases [88, 91-93]. This is par-
alleled by reduced responses to sympathetic stimuli [88, 94]. During chronic inflammation,
autonomic nervous dysfunction and increased levels of sympathetic neurotransmitters are most
probably a consequence of chronic inflammation.

4.3. Brain functions

In elderly people, several reports describe memory and cognitive deficits and sleep disturbances.
Young individuals exposed to i.v. endotoxin, which increases serum levels of TNF and IL-6,
show similar changes and sometimes even overt signs of depression [95, 96]. In chronic inflam-
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Table I Some therapeutical concepts as additions to immunosuppressive therapy. Abbreviations: ACE,
angiotensin converting enzyme; DHEA, dehydroepiandrosterone; GF, growth hormone; HRT, hormone
replacement therapy; IGF-1, insulin-like growth factor 1.

aging phenomenon therapy

atherosclerosis lipid lowering drugs, acetylsalicylic acid

osteoporosis vitamin D, calcium, bisphosphonates, HRT

risk of thrombosis and hypercoagulation (von anticoagulants
Willebrand factor, fibrinogen, platelet
hyperactivity)

actinically degenerate elastic tissue adequate cream formulation

muscle wasting training, adequate nutrition
double-blind, placebo-controlled trials using GF or IGF-1 are
needed

sleep disorders decrease of proinflammatory load (anti-TNF therapy has good
effect)

inadequately low cortisol cortisol substitution (not more than substitution)

loss of adrenal androgens DHEA substitution (the increased conversion to estrogens may
(DHEAS, DHEA, androstenedione) be unfavorable which would need additional therapy with an

aromatase inhibitor - trials are needed)

loss of testosterone testosterone in male subjects, double-blind, placebo-controlled
trials are needed

loss of progesterone trials are needed

loss of IGF-1 double-blind, placebo-controlled trials are needed

loss of vitamin D vitamin D substitution (together with calcium)

elevated homocysteine serum levels folate, vitamin B12, vitamin B6 substitution
(lossoffolate, B12, B6)

dyslipoproteinemia lipid lowering drugs
(elevated triglycerides, oxLDL, loss of HDL)

elevated advanced non-enzymatic glycosylation double-blind, placebo-controlled trials with antioxidants are
products activate macrophages needed

elevated reactive oxygen species vitamin E, ascorbic acid, trials are needed

low zinc levels zinc substitution

alteration of autonomic nervous reflexes decrease of proinflammatory load

increased sympathetic nervous tone decrease of proinflammatory load
(blood pressure, heart rate) ACE inhibitor, centrally acting sympatholytic drugs

elevated plasma norepinephrine, epinephrine, or decrease of proinflammatory load
neuropeptide Y (relative to cortisol and other ACE inhibitor, centrally acting sympatholytic drugs
steroid hormones)

loss of peripheral sympathetic nervous innervation decrease of proinflammatory load, antagonizing local substance
P effects (in arthritis, trials are needed), locally applied
corticosteroids

memory deficits, cognitive deficits decrease of proinflammatory load
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matory diseases, some studies demonstrated similar changes [97—99]. In experimental animal
models, IL-1 seems to be an extremely important cytokine for memory and cognitive function
[ 100, 101 ]. Most probably, the observed cognitive and memory changes in patients with chronic
inflammatory diseases are due to systemic inflammation with increased systemic cytokines
[102].

5. THE SEQUENCE OF EVENTS OF ACCELERATED AGEING

As mentioned, during normal ageing a slow increase of serum and tissue levels of circulating pro-
inflammatory cytokines is observed. This is accompanied by typical cellular ageing phenomena
such as telomeric loss, oxidative damage, DNA defects, accumulation of advanced glycosylation
products, cellular loss and others. These defects may be stimulators of cytokine secretion, and
cytokines are released into the systemic circulation. This results in a slowly progressive endo-
crinosenescence and neurosenescence (slow-motion). The different factors influence each other
in form of a vicious spiral [32]. For example, the loss of DHEA may cause increased secretion
of IL-6 which itself may alter adrenal steroidogenesis [24].

In chronic inflammatory diseases, the proinflammatory situation is an important trigger of the
downstream premature ageing process with functional deterioration of the CNS, the autonomic
nervous system, the hypothalamus, the pituitary gland, peripheral endocrine glands, the gas-
trointestinal tract, the liver, bone, muscles, vessels, skin, kidneys and others. These changes may
happen within a few months (time-lapse), depending on the degree of inflammation. In contrast
to the situation during normal ageing, acute inflammation rapidly leads to deterioration of all
systems in a parallel fashion.

6. ARE THERE THERAPEUTIC CONSEQUENCES ?

In chronic inflammatory disease, prevention of premature ageing would be the goal and this can
only be reached by inhibition of inflammation. Since the entire body is involved, the inflamma-
tory process needs to be suppressed on the systemic and local tissue level. At the moment, we
use immunosuppressive or antiproliferative drugs which inhibit the immune system in a very
general way (e.g. methotrexate, leflunomide, cyclophosphamide). If the available immunosup-
pressive drugs were to affect disease-inducing pathways in the immune system, we should see
longer-lasting therapeutic effects. However, we do not see these long-lasting effects due to an
incomplete consideration of many other homeostatic factors. Therapeutic approaches must be
also directed towards other organ systems exterior of the immune system (Table I). The deterio-
ration of other organ systems besides the immune system induces unfavorable feedback on local
inflammatory processes, which contribute to maintenance of inflammation.
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ABSTRACT

Ageing is associated with an increased prevalence of thyroid autoantibodies and subclinical
hypothyroidism. Thyroid autoantibodies are rare in centenarians and in other highly selected
aged populations, while they are frequently observed in hospitalized or unselected elderly sub-
jects. These data suggest that thyroid autoimmune phenomena are not the consequence of the
ageing process itself, but rather an expression of age-associated disease. Thyroid autoimmunity
and/or thyroid dysfunction may contribute to the development of several age-associated dis-
eases, although the precise mechanisms involved remain to be elucidated.

1. INTRODUCTION

A significant proportion of the population in developed countries is growing progressively older
as a consequence of increased life expectancy and reduced birth rate. The ageing thyroid shows
a wide range of morphological and functional changes, especially represented by decreased
serum triiodothyronine (T?) and thyrotropin (TSH) concentrations, partly related to non-thyroid
illnesses and/or drugs. The above alterations can also be associated with several autoimmune
manifestations against the thyroid, which have been described to develop during the physiologi-
cal ageing process as well as other immunological abnormalities [1]. General immune functions
decrease as a consequence of senescence, and their decline is responsible for the predisposition
to infections and cancer, probably related to the physiological decrease in overall functions,
such as protein synthesis and gene expression. Conversely, the increase in autoimmunity could
be related with an elevation in other parameters, such as mutation of genes and apoptosis. It has
been proposed that the degree of apoptosis causes an increase in the number of cell components
to be eliminated, which in turn could lead to an increase in autoimmune reactivity [2]. In fact,
one of the age-associated immune abnormalities is the general trend toward development of
autoimmune phenomena and production of both organ- and nonorgan-specific autoantibodies,
including thyroid autoantibodies.
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2. THE RELEVANCE OF THYROID AND THYROID AUTOIMMUNE DISEASE IN
THE AGEING PROCESS

The age-dependent increase in the prevalence of positive serum anti-thyroglobulin (anti-TG)
and anti-microsomal/thyroperoxidase (anti-TPO) autoantibodies has been recognized since the
early sixties. This rinding is particularly prevalent in females and over 60 years of age [3], but
its precise biological and clinical significance is still only partially understood. In particular, it
is not clear whether it represents the lower end of the clinical spectrum of thyroid autoimmune
disease or it is one of the consequences of the ageing process on the immune system, without
direct and specific involvement of the target gland.

In contrast with circulating anti-thyroid autoantibodies, the prevalence of clinically overt thy-
roid autoimmune diseases is generally not increased in the elderly, with the remarkable excep-
tion of those associated to hypothyroidism. The peak incidence of Graves' disease and goitrous
Hashimoto's thyroiditis is reported between the third and the fourth decade, while only primary
myxedema peaks over 60 years [3,4]. Furthermore, a trend to a reduction of both prevalence and
titers of circulating anti-thyroid autoantibodies has been reported in older patients with clinically
established thyroid autoimmune disorders [5].

It has been also suggested that anti-TG autoantibodies detected in sera of euthyroid elderly
might recognize different thyroglobulin (TG) epitopes when compared to those detected in overt
thyroid diseases [6]. This finding, however, has not been confirmed for anti-TPO autoantibodies
[7].

Taken together, the above data suggest that age-associated thyroid autoimmune phenomena
and fully expressed thyroid autoimmune disease are often separate entities. In addition, an
increased incidence of both clinical and subclinical primary autoimmune hypothyroidism is
commonly observed in the elderly, with values ranging from 0.5% to 6% for overt and from 4%
to 10-15% for subclinical thyroid failure [3,8]. These findings seem to be sufficient to under-
score that the preferential hypothyroid expression of thyroid autoimmunity in the elderly sug-
gests an age-dependent modulation of the pathogenetic mechanisms involved.

2.1. Thyroid autoimmunity and ageing: animal models

The preferential hypothyroid expression of thyroid autoimmunity in the elderly could be due
either to increased destructive effector mechanisms and/or to increased target organ suscep-
tibility, and the available experimental data mainly support the second hypothesis. In fact,
lymphocytes from young mice with experimental autoimmune thyroiditis transferred to aged
animals cause a thyroiditis which is more severe than that observed in younger recipients, sug-
gesting that old thyroid glands are more susceptible to the autoimmune attack [9]. On the other
hand, lymphocytes from old mice with thyroiditis are less active in transferring the disease
when compared to mononuclear cells obtained from young donors, suggesting an age-depend-
ent decrease of effector autoimmune activation [9,10]. In keeping with these results are also
previous studies showing a lower anti-TG autoantibody response in old mice immunized with
xenogeneic TG [11]. A similar behavior has been more recently reported in the experimental
autoimmune myasthenia gravis model, since aged rats immunized with acetylcholine receptor
(AChR) display lower anti-AChR antibody titers and more disturbed neuromuscular transmis-
sion as compared to young animals [12]. Whether and to what extent these findings can be
extrapolated to human subjects remains matter of speculation.
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2.2. Thyroid autoimmunity and ageing: the lesson of centenarians

Taking advantage of selected healthy elderly populations, it has been possible to approach the
problem of thyroid autoimmunity and ageing from a different point of view. In a first study, the
presence of circulating thyroid autoantibodies has been assessed in a large group of healthy
centenarians [13]. The results showed that both anti-TG and anti-TPO prevalence in centenar-
ians was not significantly different from that observed in a large series of unselected subjects
aged <50 years, and significantly lower than that found in unselected elderly subjects. A low
prevalence of other organ-specific autoantibodies such as gastric parietal cell antibody has been
also documented in healthy centenarians, while several nonorgan-specific autoantibodies are
increased as in younger elderly groups [13,14]. This finding suggests a different behavior of age-
dependent organ-specific and nonorgan-specific autoimmune phenomena in humans, although
the underlying mechanism remains to be elucidated.

The low prevalence of thyroid and other autoantibodies in centenarians could be accounted for
disappearance of thyroid autoantibodies present at "younger" age. An alternative explanation is
selection bias. Since approximately only 1 out of 10,000 human beings becomes a centenarian
[15], it can be assumed that survival might be associated with an unusually efficient immune
system activity, devoid of the age-related abnormalities frequently observed in "younger" eld-
erly. In keeping with this concept are studies on immune function in healthy subjects over 100
years [15]. An inverse relationship between "successful ageing" and appearance of autoantibod-
ies is also supported by a brief report that the increased prevalence of serum anti-TG antibodies
occurred almost exclusively in hospitalized elderly persons [16]

A study was then carried out in three selected groups of older individuals [17], including
healthy centenarians, healthy elderly subjects (aged 65-80 years) selected according to the strict
EURAGE-SENIEUR protocol and elderly hospitalized patients (aged 61-95 years) with various
acute or chronic diseases. An increased prevalence of thyroid autoantibodies was found in unse-
lected or hospitalized elderly groups, while the prevalence of circulating thyroid autoantibodies
in centenarians and in "younger" healthy elderly was similar to that of young and middle aged
adults. These results strongly support the hypothesis that the appearance of thyroid autoanti-
bodies might be related to age-associated disease, rather than to the ageing process itself. It is
conceivable that, as hypothesized for centenarians, healthy older subjects selected with strict
criteria represent a population with an unusually efficient immune system. Increased prevalence
of circulating anti-thyroid autoantibodies has been confirmed in recent surveys carried out in
hospitalized patients, although no clear correlation was found between antibody frequency and/
or titer and the severity or the nature of the underlying non-thyroidal illnesses [18].

The prevalence of antithyroid autoantibodies has been also recently investigated in a large
cohort of octo-nonagerians. In keeping with the hypothesis previously suggested, thyroid
autoantibodies prevalence was increased only in disabled but not in free-living subjects [19].

3. RELEVANCE OF THYROID ABNORMALITIES IN THE AGEING PROCESS AND
IN AGEING-ASSOCIATED DISEASES

3.1. Abnormalities of thyroid function

Thyroid dysfunction develops as the consequence of the autoimmune attack which has been
triggered in affected glands. The clinical effect in patients and the decision to treat them is
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influenced by several situations, such as the entity of the dysfunction and the presence of other
chronic diseases (usually present in elderly).

Autoimmune thyroiditis, both goitrous (Hashimoto's thyroiditis) or atrophic, represents the
main cause of hypothyroidism in the elderly [3,20,21] and, as stated before, the prevalence of
hypothyroidism in the elderly is increased.

The effect of thyroid insufficiency on the central nervous system and cognitive function in the
elderly is well recognized [3,8]. Dementia due to hypothyroidism occurring in the elderly is rare,
but treatable [3,8]. Several neuropsychological disturbances, including bipolar depression, slight
cognitive dysfunction and impaired memory, have been described in association with different
degrees of clinical and subclinical hypothyroidism. Most, but not all, of these disturbances are
reversed by thyroid hormone therapy and, if they are not, other causes for the mental abnormali-
ties are likely [3,8].

Overt hypothyroidism is associated with hyperlipidaemia, which may represent a risk factor
for coronary artery disease (CAD). The decision to treat elderly patients with subclinical
hypothyroidism requires careful consideration of potential adverse reactions such as aggravation
of myocardial ischemia.

Although early investigations indicated a slight increase of CAD in subjects with positive
thyroid antibodies, with or without subclinical hypothyroidism [3,8], a recent longitudinal study
carried out at the English Community of Whickham reported no association between autoim-
mune thyroiditis (as defined by hypothyroidism, raised serum TSH, or positive thyroid antibod-
ies) and CAD [22]. The effect of subclinical hypothyroidism and its treatment upon circulating
lipid is also controversial [3,8]. Hypothyroidism is 2—3 times more frequent in people with
elevated plasma total cholesterol (TC), and TC is slightly elevated in patients with subclinical
hypothyroidism. Restoration of normal TSH levels with L-thyroxine (L-T4) decreases TC by
about 0.4 mmol/L, producing an average 6% reduction in TC levels that in hypercholesterolae-
mic patients might contribute in reducing ischemic heart disease [3,8] There is also some, but
not univocal evidence for a decrease of low-density lipoprotein cholesterol levels, mainly if pre-
treatmentTSH values are>10mU/L [3,8]. In addition, a more recent meta-analysis has reported
that L-T4 in individuals with mild thyroid failure lowers mean serum TC and LDL cholesterol
concentrations, without effects in serum HDL and triglyceride concentrations. The reduction in
serum TC appears to be mostly evident in those individuals with higher pre-treatment choles-
terol levels and in hypothyroid individuals taking suboptimal L-T4 doses [23].

The question whether aged patients with subclinical hypothyroidism should or should not be
treated with thyroid hormone has been debated for more than two decades [24]. The potential
advantages of treatment include: a) prevention of the progression to overt hypothyroidism, b)
improvement of serum lipid profile, and c) reversal of symptoms including psychiatric and cog-
nitive abnormalities [24]. The arguments against treatment are its expense, the uncertainty of
benefits and the danger of overtreatment [25,26]. Although the controversy is still open [26,27],
due to the lack of sufficient prospective randomized studies, there is a general agreement that the
majority of patients with mild thyroid failure, particularly those with symptoms, hyperlipemia,
goiter or high titers of anti-thyroid antibodies should be treated [24,27].

The prevalence of autoimmune hyperthyroidism (Graves' disease) in the elderly is lower
than autoimmune hypothyroidism and ranges 0.5-2.3% [3,21]. It is important to remember here
only the reported high incidence of embolism (10-40%) in old hyperthyroid patients with atrial
fibrillation, and the increased activation of blood coagulation and fibrinolysis which has been
described in hyperthyroid Graves' disease [28].
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3.2. Autoimmunity

Independently of accompanying changes in thyroid function, thyroid autoimmune phenomena
in the elderly may be related to the development of some age-associated diseases, such as hyper-
tension and atherosclerosis, in which autoimmune mechanisms are believed to play a relevant
role [29]. Limiting our discussion to atherosclerosis, the involvement of the immune system in
this condition is mainly suggested by the presence of activated T cells within the atherosclerotic
lesions and of circulating autoantibodies to plaque components. Recent studies focused on the
involvement of two major autoantigenic determinants in the atherogenic process, namely the heat
shock protein (hsp) 60/65 [29] and oxidized low density lipoprotein [30]. According to this view,
after early activation of the immune system the progression of the atherosclerotic lesion would
be enhanced by focal expression of adhesion molecules and local secretion of cytokine and
growth factor networks [29]. In the framework of the above scenario, the increased prevalence
of circulating thyroid (and/or other) autoantibodies often observed in the elderly could reflect an
ongoing autoimmune activation involved in the atherosclerotic process and leading to increased
CAD risk. However, no direct support to this hypothesis has been provided so far. In one of the
few studies addressing more directly this question, a significant correlation was found in humans
between atherosclerotic lesions and circulating anti-hsp 65 antibodies, while in the same patients
the arterial damage was unrelated to serum thyroid and other autoantibodies [31].

Age-associated endocrine and/or immune dysfunctions may be involved in the pathogenesis of
Alzheimer Dementia (Alzheimer Dementia Type, DAT) and in other forms leading to age-asso-
ciated cognitive decline. In particular, autoimmune processes, including autoimmunity against
neural components, have been reported as possible pathogenic mechanisms [32]. According to
early reports, thyroid disease appeared to represent a significant risk factor for DAT [33], but
these data were not confirmed by several subsequent case-control studies [34,35]. The potential
relevance of thyroid autoimmunity in the pathogenesis of DAT is suggested by experiments
showing that cerebral vascular amyloid deposition may be induced in rabbits immunized with
TG [36] and by the significant association found between thyroid autoimmunity and a familial
variety of DAT [37]. The latter finding, however, could be the consequence rather the cause of
the biochemical abnormalities typical of this rare neurodegenerative disease. Familial forms of
DAT are indeed characterized by mutations of the Alzheimer P-amyloid precursor protein (APP)
favoring the generation of soluble amyloidogenic peptides (sAPP) [38]. Since thyroid epithelial
cells are able to actively synthesize APP and to secrete sAPP [39,40], increased/altered thyroid
APP expression (as in familiar DAT) may induce thyroid epithelial cell alterations and damage,
which could be responsible of the frequent occurrence of thyroid autoimmunity.

4. CONCLUSIONS

In conclusion, ageing is associated with increased prevalence of thyroid autoantibodies and
subclinical hypothyroidism. Thyroid autoantibodies are rare in centenarians and in other highly
selected aged populations, while are frequently observed in hospitalized elderly. Taken together,
these data suggest that thyroid autoimmune phenomena are not the consequence of the ageing
process itself, but rather expression of age-associated disease. Thyroid autoimmunity and/or thy-
roid dysfunction may contribute to the development of several age-associated diseases, although
the precise mechanisms involved remain to be elucidated.
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ABSTRACT

Low-grade increases in the plasma level of inflammatory mediators are related to age-associated
pathology including cardiovascular diseases, dementia and sarcopenia. Moreover, inflammatory
cytokines such as tumour necrosis factor and interleukin-6 act as independent predictors of high
mortality risk. In this review, we discuss how the biological activities of inflammatory cytokines
may cause morbidity in elderly populations and we suggest that systemic low-grade inflamma-
tion provide a common link between ageing, the body composition, and life style factors on one
hand and age-related diseases and mortality on the other.

1. INTRODUCTION

Old-age survival has improved substantially since 1950 in developed countries and in the period
1950-1990 the number of octogenarians has increased four-fold, the number of nonagenarians
eight-fold and the number of centenarians twenty-fold [1]. Whether the added years at the end
of the life cycle are healthy, enjoyable, and productive depends upon preventing and controlling
a number of chronic diseases and conditions.

Ageing is associated with a complex reshaping of the immune system and immunosenescence
is defined as a deterioration of the immune system [2]. The clinical relevance is reflected by
reports of increased incidence of several infections as well as a higher mortality rate from infec-
tions in elderly populations [3]. Moreover, pneumonia together with influenza are among the
top 10 causes of death in persons aged 65 years or older [4]. Even more importantly, it has also
become increasingly clear during the last decade that immune mechanisms play a central part in
the pathology of the major age-related, chronic diseases. Thus, atherosclerosis has been defined
as an age-related inflammatory disease, representing the principal contributor to ischaemic car-
diovascular diseases (CVD), which constitute the leading cause of death in elderly populations
[5]. Furthermore, the prevalence of senile dementia increases exponentially until the age of 95
years [6] and dysregulation of the local as well as the peripheral cytokine production is believed
to contribute importantly to cognitive dysfunction in elderly populations and the pathogenesis
of Alzheimer's disease (AD) [7]. Accordingly, inflammation in the senile immune system is an
integrated part of age-related pathological processes.

Circulating levels of inflammatory cytokines and their clinical importance have not been
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explored in population-based samples of elderly people until recently because immunogeron-
tological studies have mainly focused on small groups of healthy elderly subjects selected by
"The SENIEUR protocol" in an attempt to separate the influence of disease from physiological
ageing. In our opinion, it is equally important to perform longitudinal studies of epidemiological
well-described cohorts, representing approximations to normal populations in order to assess the
clinical relevance of the senile immune system.

The purpose of the present review is to discuss the clinical importance of proinflammatory
cytokines in elderly populations.

2. THE INFLAMMATORY RESPONSE

In response to tissue damage elicited by trauma or infection the acute phase response (APR) set
in, constituting a complex network of molecular and cellular interactions with the purpose to
aid tissue repair and to facilitate a return to physiological homeostasis [8]. APR is composed of
immediate local events as well as systemic activation.

Tumour necrosis factor (TNF)-oc and interleukin (IL)-1[3 are classical proinflammatory
cytokines that are produced at the local inflammatory site by activated macrophages. They
induce a second wave of cytokines including IL-6 and chemokines (eg., IL-8 and macrophage
inflammatory proteins), which regulate the influx of leukocytes to the site of infection [8]. IL-6
represents a key point in the regulation of the APR. This important cytokine is often classified
as a proinflammatory cytokine but it has in deed also many anti-inflammatory and immunosup-
pressive effects, e.g., IL-6 stimulates the pituitary-adrenal axis, inhibits the synthesis of TNF-a,
stimulates the production of anti-inflammatory cytokines such as IL-1 receptor antagonist (Ra)
and IL-10, and induces the shedding of TNF receptors that secondly bind and suppress the func-
tion of circulating TNF-a [9]. Furthermore, IL-6 induces the synthesis of acute phase proteins in
the liver such as C reactive protein (CRP) [8].

The balance between proinflammatory and anti-inflammatory cytokines and the magnitude of
the inflammatory response are crucial. It has been suggested that insufficient responses results
in immunodeficiency, which can lead to infection and cancer whereas excessive responses cause
morbidity and mortality in diseases such as atherosclerosis, diabetes, Alzheimer's disease, and
autoimmune diseases or shock during acute infections [10].

3. CHRONIC ELEVATIONS OF CIRCULATING CYTOKINES IN ELDERLY POPU-
LATIONS

Circulating levels of TNF-a, IL-6, IL-1 Ra, and sTNFR-I and II are increased in elderly popula-
tions compared to younger controls [11,12] whereas IL-1 (5 is difficult to detect in the circulation.
Furthermore, old people have elevated concentrations of acute phase proteins such as CRP and
Serum Amyloid A [13]. Age-related increases in circulating IL-6 and mediators downstream in
the APR can already be detected in middle-aged people whereas similar increases are not found
before the age of 80 years with regard to TNF-a [11], (Figure 1). This likely explains why most
immunogerontological studies have focused on IL-6.

Elevations in inflammatory mediators are, however, only 2 fold in octogenarians and 4
fold in centenarians compared to young healthy volunteers and such increases are far from
levels observed during acute infections. It has naturally been questioned if this systemic low-
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Figure I. Plasma levels of TNF-a and IL-6 in different age groups.

Medians and interquartile range are shown. *, p<0.05 compared to the youngest group (from Ref. [I I]).

grade inflammation is of any clinical importance in elderly populations. The highest levels of
cytokines are found among centenarians who thus represent a good basis for studies of asso-
ciations between low-grade inflammation and chronic diseases at the end stage of the ageing
process whereas longitudinal studies of younger elderly such as relatively healthy octogenarians
make it possible to evaluate if inflammation induces versus reflects morbidity.

4. CYTOKINES, MORBIDITY AND MORTALITY IN THE OLDEST OLD

4.1. TNF-a is associated with dementia and atherosclerosis in centenarians

A study was done on 75% (N=207) of Danes who celebrated their 100th birthday in the period
April 1995 to May 1996. This Longitudinal Study of Danish Centenarians has demonstrated
that the extreme life span is accompanied by a high prevalence of several common diseases and
chronic conditions [14]. More than half of this population suffers from dementia and at least
70% has a history of cardiovascular diseases (CVD), representing the major disease categories
in the cohort [14]. Plasma levels of TNF-a, IL-6, sTNFR-II and CRP were measured in a subset
of 126 centenarians and the hypothesis was tested that high circulating levels of inflammatory
mediators were related to dementia and atherosclerosis [11]. High plasma levels of TNF-a were
associated with both dementia and an ankle-brachial blood pressure index below 0.9, which is
a good indicator of peripheral atherosclerosis and CVD, (Figure 2). These associations were
independent of each other as well as of other severe medical disorders.

The association between circulating levels of TNF-a and atheroscerlosis was confirmed in
a population of 130 relatively healthy 80-year-old people who were divided into three groups
with low, medium, and high plasma levels of TNF-a [15], The prevalence of CVD was 45%
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Figure 2. Plasma levels of TNF-a and age-associated diseases in centenarians.

Medians and interquartile range are shown. *, p<0.05 (from Ref. [11].

in the group with high TNF-a levels versus only 20% in the two other groups. Consistent with
this, TNF-a affects several classical risk factors in CVD, e.g., TNF-a causes insulin resistance,
dyslipidaemia, endothelial dysfunction, and the endothelial upregulation of cellular adhesion
molecules in experimental studies (reviewed in [161). TNF-a has thus the potential to be a causa-
tive factor in atherosclerosis although it is likely that activated endothelial cells also contribute
to increases in circulating levels of cytokines including TNF-a, providing a positive feedback
mechanism.

The association between high plasma levels of TNF-a and dementia in centenarians seems
more complex. Alzheimer's Disease (AD) and vascular dementia (VD) constitute the major
categories of age-related dementia but in centenarians it is difficult to distinguish between the
two categories [17]. Both types of dementia are accompanied by increased TNF-a levels in
the cerebrospinal fluid and in the circulation [7]. High plasma levels of TNF-a in demented
centenarians represent either a spill over from CNS inflammatory processes or an influence
of peripheral cytokine dysregulation on cognitive processing. In support of the latter hypoth-
esis, peripheral cytokines are known to penetrate the blood-brain barrier directly via active
transport mechanisms or indirectly via vagal stimulation. Moreover, peripheral administration
of cytokines are able to produce adverse cognitive effects in animals and humans, making it
plausible that peripheral cytokines interact with cognitive ageing [7]. The role of TNF-a in
brain degeneration is, however, very controversial. It is thus unresolved if local inflammatory
mechanisms cause damage in CNS or if they are present to remove the detritus from other, more
primary pathological processes or if endogenous TNF-a is neurotoxic (based largely on acute
interventions) versus neuroprotective (based largely on studies on genetically modified animals)
during inflammatory processes in CNS [18]. For instance, functional outcomes in TNF-a knock-
out mice were improved early after brain injury compared with wild type mice, but TNF-a
knock-out mice showed permanent deficits and reduced recovery [19].

If systemic inflammation is a cause of age-related pathology such as dementia, plasma levels
of TNF-a is a marker of the magnitude of the inflammatory response and the severity of pathol-
ogy and genetic polymorphisms that determine the rate of TNF-a production are important risk
factors. The TNF -308G>A promoter polymorphism is common and it has been demonstrated
that -3O8A is a much stronger transcriptional activator than the more common G allele but
the effect is dependent on the cell line and the stimulus [20]. Preliminary data in our lab has
demonstrated that the TNF -3O8GA genotype is associated with a decreased prevalence of
age-related dementia compared to GG carriers among centenarians, suggesting that a balanced
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TNF-a response has a protective effect [Bruunsgaard et al, unpublished data]. Consistent with
this finding it has been suggested that TNF-a contributes to early neuronal injury, but improves
recovery [18].

4.2. TNF-a is a prognostic risk marker in centenarians

In order to further explore the relation between low-grade inflammation and morbidity we
postulated that TNF-a was a specific biological risk factor in centenarians and we aimed to
assess whether TNF-a was a prognostic marker of the all-cause mortality risk [21]. In support
of this hypothesis, TNF-a was prognostic marker of early mortality risk in the following 5 years
independently of dementia and a history of cardiovascular diseases in the previously described
cohort of 126 centenarians. Accordingly, TNF-a did not simply act as a marker of these disorders
although especially dementia was also strongly associated with mortality. IL-6 and IL-8 did not
affect the survival function and CRP had an effect that disappeared when TNF-a was included
in the analysis. These results demonstrate together that TNF-a is an independent prognostic risk
marker in very old people and support the hypothesis that TNF-a has specific biological effects
and causes morbidity in very old humans.

4.3. TNF-a is a possible candidate to be a marker of the frailty syndrome

The independent effect of TNF-a in the survival analysis of centenarians may partly be hidden
in the synonymous name of TNF-a, which is cachectin. Thus, TNF-a causes increased basal
energy expenditure, anorexia, and loss of muscle and bone mass in vivo and TNF-a has been
associated with wasting/cachexia in chronic inflammatory disorders including HIV infection,
rheumatoid arthritis, and cancer [22]. Considering the high systemic levels in centenarians, it is
likely that the catabolic activity of TNF-a plays a clinical role in this population. In support of
this, high plasma concentrations of TNF-a and IL-6 were associated with lower muscle mass
[23] and decreased muscle strength in well-functioning older men and women [24]. Further-
more, in a case-control study of frail nonagenarians who performed 12 weeks of resistance
training or occupational activities, high activity in the TNF system at baseline was inversely cor-
related with the final muscle strength in the exercise group [25]. Sarcopenia in elderly popula-
tions has a central role in the syndrome of frailty, which has been defined as a clinical syndrome
of decreased reserve and resistance to stressors characterized by weight loss, muscle weakness,
poor endurance, slowness and low activity levels [26]. TNF-a has the biological potential to be
a central player in such a syndrome. In accordance with this, frailty has been defined as a result
from a metabolic imbalance caused by overproduction of catabolic cytokines such as TNF-a and
by diminished availability or action of anabolic hormones, resulting from ageing itself and the
presence of associated chronic conditions [27].

4.4. The clinical significance of other inflammatory mediators in centenarians

TNF-a, IL-6, and IL-8 were strongly correlated to one another in centenarians but IL-6 and IL-8
were not associated with dementia, atherosclerosis or mortality in this population. TNF-a was
also correlated with sTNFR-II and similar results emerged if TNF-a was replaced by soluble
TNF receptor-II in the statistical analyses. It is often postulated that soluble TNF receptors
reflect an earlier peak in TNF-a because the former is more stable in the circulation. On the
other hand, soluble TNF receptors neutralize the biological functions of TNF-a and it is possi-
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ble that low levels promote TNF-oc related pathology. However, statistical analyses of the TNF-
a/sTNFR ratio as well as simultaneous inclusions of both parameters in survival analyses have
demonstrated that sTNFRs mainly reflect activities in the TNF system.

Based on our studies in centenarians, we suggest that TNF-a is an important link between
inflammatory activity, chronic diseases, and mortality in frail and very old populations and TNF-
OC is a possible marker of the frailty syndrome. Increased levels of inflammatory mediators seem
to represent a bystander phenomenon in this population. IL-6 has, however, turned out to be a
major risk factor in populations of younger elderly.

5. THE CLINICAL SIGNIFICANCE OF CYTOKINES AND THE ROLE OF IL-6 IN
YOUNGER ELDERLY

In contrast to the findings in Danish centenarians, low-grade elevations of IL-6 were associated
with cognitive decline in high-functioning men and women aged 70—79 years [28], increased
risk of myocardial infarcts in healthy middle-aged men [29], and mortality in relatively healthy
people aged 65+ years [30] and disabled older women with a history of CVD [31]. Furthermore,
IL-6 acted as a marker of subclinical CVD in a case-control study of men and women with a
mean age of 73 years [32] and cross-sectional studies of different age groups indicated that the
IL6-174G>C promoter gene polymorphism was associated with longevity in men beyond the
age of 100 years [33].

It is possible that interleukin-6 acts as a surrogate marker for TNF-a in some epidemiological
studies because the production of TNF-a and interleukin-6 is tightly linked. For instance, in a
large study of American women IL-6 predicted the development of type 2 diabetes [34] even
though, in contrast to TNF-a, IL-6 does not induce insulin resistance in experimental studies
and IL-6 knock-out mice develop hyperglycaemia [35]. Furthermore, IL-6 has been related to
decreased muscle mass/strength [24] and functional disability associated with sarcopenia [36]
although mice with IL-6 producing tumours have a preserved lean body mass in spite of an
increased energy expenditure [37]. The role of IL-6 in senile dementia is still controversial [38].
However, in a study of 333 relatively healthy 80-year-old Danes low-grade elevations in IL-6
was strongly associated with mortality in the following 6 years independently of TNF-a, as well
as of other traditional risk factors for death, including smoking, blood pressure, physical exer-
cise, total cholesterol, co-morbidity, BMI, and intake of anti-inflammatory drugs [39], (Figure
3). In this population TNF-a was only a predictor of mortality in men, (Figure 3). These findings
indicate that low-grade elevations of TNF-alpha and IL-6 have separate biological functions that
trigger age-associated pathology and cause mortality in octogenarians.

If high levels of IL-6 cause age-related pathology it is expectable that the IL6 -174G>C pro-
moter gene polymorphism, which regulates the rate of IL-6 production will be a risk factor of
morbidity and mortality in elderly populations. In accordance with this hypothesis, preliminary
data from our lab indicate that this polymorphism is associated with the prevalence of CVD and
mortality in the population of octogenarians but the effect appears to be complex and interacts
with life style factors such as smoking status (Bruunsgaard et al, unpublished data). The IL6
-174G>C polymorphism has also been associated with plasma levels of IL-6 in elderly popula-
tions [32] and the risk of cardiovascular events and related risk factors in middle-aged popula-
tions [40]. Consistent with this, IL-6 induces dyslipidaemia [37] and a prothrombotic state [41]
in experimental studies. These studies suggest together that IL-6 is a risk factor in the develop-
ment of CVD.
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Figure 3. IL-6 in 333 octogenarians.

IL-6 was associated with mortality in both men and women. TNF-a was only associated with mortality in men (signifi-

cant interaction between TNF-a and gender). The follow-up time was 5-6 years. A total of 133 people died during this

period (from Ref. [39]).

Based on the literature and our own studies in relatively healthy octogenarians we suggest
that TNF-a and IL-6 have separate biological activities in elderly populations. One may specu-
late that IL-6 is especially a risk marker of thromboembolic complications and this activity is
probably very important in middle-aged populations and in relatively healthy old people but not
in centenarians who have already survived to advanced age despite considerable co-morbidity.
Consistent with this hypothesis, IL-6 was associated with mortality in disabled old women with
a history of CVD but not in women with a high prevalence of co-morbidity but without CVD
[31].

6. TRIGGERING SIGNALS OF LOW-GRADE INFLAMMATION IN ELDERLY POP-
ULATIONS

Cytokines are associated with mortality in elderly populations independently of co-morbidity,
indicating that cytokines cause age-related disorders rather than reflect underlying pathologi-
cal processes. Thus, cytokines have a wide range of biological activities and are more than just
markers of disease in elderly populations. It has been hypothesized that a progressive increase in
proinflammatory activity results from a continuous antigenic load and stress concomitant with
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a global reduction in the capacity to cope with a variety of stressors and this "inflammaging" is
a major characteristic of the ageing process [42]. Consistent with this, a wide range of factors
may contribute to low-grade inflammatory activity in elderly populations including life style
factors, infections, and anatomical/physiological changes. For instance, smoking is associated
with increased IL-6 levels among octogenarians [39]. Fatty tissue produces cytokines and ageing
is accompanied by an increased percentage of body fat that is directly correlated with plasma
levels of TNF-a and IL-6 [23]. Moreover, TNF-a was directly correlated with plasma levels of
Leptin, which is a fat cell-derived hormone [43]. The prevalence of chronic asymptomatic infec-
tions is also increased in elderly populations and it has been demonstrated that inflammatory
markers are associated with high levels of chlamydia specific IgA antibody titres in centenar-
ians [44] and asymptomatic bacteriuria in frail elderly patients [45]. Sex hormones inhibit the
production of proinflammatory cytokines and a loss of this inhibition could also contribute to
low-grade inflammation [46]. Moreover, there is some evidence, suggesting that ageing is asso-
ciated with a dysregulated acute phase response, which may be important in the pathogenesis of
chronic age-related diseases as well as explain the increased susceptibility and the high mortality
from acute infections in elderly people.

6.1. Is ageing associated with a dysregulated cytokine response?

In vitro stimulations of isolated peripheral mononuclear cells (PMNC) and/or whole blood are
often used to study age-associated changes in the cytokine production and based on this type
of studies it has been suggested that ageing is associated with a shift in the balance between
the production of proinflammatory versus anti-inflammatory cytokines, resulting in a relative
increase in proinflammatory activity [47]. In a recent review of the literature we conclude that
monocytes from elderly subjects are in a preactivated state reflected by a larger initial production
of TNF-a but no difference in the peak production, (Figure 4). Controversial reports reflect that
most studies include a low number of subjects and only measure cytokine production at one time
point, which will largely affect the conclusion [16]. With regard to T lymphocytes most studies
report increased production of TNF-a and IL-6 in supernatants as well as on a single cell level
[16]. In accordance with this, an increased percentage and number of T lymphocytes from 80-
year-old people expressed TNF-a following stimulation with PMA and ionomycin but centenar-
ians did not show this altered TNF-a secretion profile, suggesting that T cells may contribute
to the elevated levels of plasma TNF-a in healthy octogenarians whereas other mechanisms are
responsible in very old individuals [48].

Only a few studies have evaluated the capacity of cytokine production in vivo. The finding of
an age-related preactivation of monocytes reflected by a more pronounced initial production of
TNF-a but no difference in peak levels was confirmed in a human in vivo sepsis model in which
an intravenously bolus of E.coli LPS was given to young and elderly healthy volunteers [49],
Figure 4. Furthermore, this model demonstrated that elderly participants had a prolonged inflam-
matory response reflected by a slower of sTNFRs, CRP, and body temperature [49], (Figure 4).
A similar phenomenon was observed in elderly patients with pneumoccocal infections [50].
Thus, in vivo studies indicate that ageing is associated with defect termination of inflammatory
activity that may contribute to a preactivation of cytokine producing cells. The clinical signifi-
cance of this phenomenon during severe infections remains unclear.
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Figure 4. Age-associated differences in levels of inflammatory markers following LPS stimulation in vitro and in vivo.

In vitro: Whole blood diluted 1:4 from 8 healthy elderly volunteers aged 77-81 years and 8 young controls aged 20-30

years (from Ref. [16]). In vivo: Plasma levels in 9 elderly volunteers aged 61-69 years and 8 young controls aged 20-40

years. Geometric means are shown. *, p<0.05 (from Ref. [49]).

7. CONCLUDING REMARKS

Ageing is associated with systemic low-grade inflammation that is related to age-associated
pathology and high mortality risk. TNF-a and IL-6 appear to have separate biological activities
in elderly populations and could provide independent links between life style factors and physi-
ological changes on one hand and risk factors and age-related disorders such as CVD, dementia,
and the syndrome of frailty on the other. Furthermore, we suggest that the biological effects of
TNF-a and IL-6 are of different clinical importance during ageing. Thus, TNF-a seems to be a
strong risk marker in very old and frail populations whereas IL-6 is the best predictor of throm-
boembolic complications and functional decline in relatively healthy populations of younger
elderly. Circulating levels of IL-6 are probably a better marker of the sum of ongoing inflamma-
tion in the body than systemic levels of TNF-a in younger elderly because a local production
of TNF-a may not escape into the circulation although it induces the systemic production of
IL-6 and mediators downstream in the inflammatory cascade. Concurrently with progression of
pathological processes increasing levels of TNF-a also appear in the circulation and it gradually
becomes a stronger risk marker in the oldest old. Activities related to IL-6 could also be of less
importance in very old people who have already survived to advanced age despite considerable
morbidity. We consider age-related increases in circulating levels of inflammatory mediators
downstream in the inflammatory cascade to be secondary to increased production of TNF-a
and/or IL-6. It remains unclear to which extent a dysregulated acute phase response affects low-
grade inflammation but ageing is accompanied by prolonged inflammatory activity in response
to acute stimulations and PMNC appear to be in a preactivated state. Intervention strategies with
the purpose to reduce age-related low-grade inflammation have yet to be assessed but could
include prevention of risk factors such as smoking and obesity as well as a more aggressive treat-
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ment of infections in order to reduce the burden of inflammatory stimuli. Moreover, physical
exercise, supplementation with antioxidants or treatments with statins possess anti-inflammatory
effects that may be beneficial in elderly populations. Future studies should address the specific
biological effects of TNF-a and IL-6; the extent to which different peripheral tissues contribute
to systemic low-grade inflammation; how peripheral cytokines interact with local inflammatory
processes in CNS and cognitive function; and if therapy directed specifically against TNF-a and
IL-6 is able to reverse age-related inflammatory pathology.
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ABSTRACT

The ageing process demonstrates gradual and spontaneous changes, resulting in maturation
through childhood, puberty, and young adulthood and then decline through middle and late age.
However, animals and humans are capable of reaching the extreme limit of life span charac-
teristic for the species with a very efficient network of anti-ageing mechanisms. Among them,
neuroendocrine-immune interactions play a pivotal role. The loss of the capacity of the organ-
ism in remodelling the neuroendocrine-immune response leads to appearance of age-associated
pathologies. We herein report some substances, which have been proposed to be useful in new
anti-ageing strategies because of their capacity to remodel some biological functions in old ani-
mals and humans. These substances are: L-deprenyl, leptin, ghrelin, carnosine and NO-donors.
Their role as possible anti-ageing substances in man in relation to the improvement of neuroim-
mune responses is reported and discussed.

1. INTRODUCTION

The ageing process shows gradual and spontaneous changes, resulting in maturation through
childhood, puberty, and young adulthood and then decline through middle and late age. Ageing
refers to the time-dependent deterioration that occurs in most individuals involving weakness,
increased susceptibility to diseases and adverse environmental conditions, loss of mobility and
agility and age-related physiological changes. However, there are animals and humans capable
of reaching the extreme limit of life span characteristic for the species with a very efficient net-
work of anti-ageing mechanisms. Focusing on humans, and on the changes occurring with age,
neuroendocrine-immune interactions play a key role in ageing. As reported in this volume, the
neuroendocrine system is strictly correlated with immune efficiency. The loss of the capacity of
the organism in remodelling the neuroimmune response may lead to appearance of age- associ-
ated pathologies, such as cancer, infections, neurodegenerative diseases, diabetes, osteoporosis
and osteoarthritis, among others. Thus, as a new paradigm, the remodelling theory of ageing,
was proposed [1]. Such a remodelling naturally occurs in very old people involving some hor-
mones and trace elements, as reported in specific chapters of this volume. Without reporting
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again the beneficial effects of some hormones (e.g. GH, melatonin, steroid hormones), trace
elements (zinc) and vitamins (Vit.E) (please, see specific chapters in this volume), we present in
this short chapter some of the substances that may be considered as new anti-ageing remedies
in order to induce a remodelling of neuroendocrine-immune interactions. Although, these sub-
stances are known for many years, their role as possible anti-ageing drugs have been recognised
only during the last decade as the result of specific experiments in old animals. These sub-
stances are: L-deprenyl, ghrelin, leptin, carnosine and NO-donors. Some of them are drugs (L-
depreny)], or pro-hormones (ghrelin, leptin), or natural antioxidants (carnosine and NO-donor)
with specific properties affecting neuroendocrine and immune functions. It is interesting and,
at the same time, intriguing that some of these substances are directly or indirectly linked to the
bioavailability of free zinc ions through the activation of zinc-dependent antioxidant enzymes.
Therefore, these new anti-ageing strategies may also be pertinent to zinc ion bioavailability and
to the capacity of zinc to remodel the neuroimmune interactions during ageing, as reported in
Section V of this Volume [Mocchegiani et al.]. It is clear that the bioavailability of this trace ele-
ment has not to be considered an "axiom" because other trace elements (for example Cu and Mn)
are involved in conferring biological activity to antioxidant enzymes, but for some substances
that we will report herein, the relevance to zinc has to be considered. This is important for future
perspectives and for the development of possible new anti-ageing strategies.

2. L-DEPRENYL

L-deprenyl has been discovered many years ago as an anti-depressive drug [2]. L-deprenyl
inhibits monoamine oxidases (MAO), which is an enzyme that functions in the brain to break-
down (inactivate) neurotransmitters [2]. MAO exists in two forms A and B. MAO-A is found
in most neurons and it is most effective for breaking down neurotransmitters such as serotonin,
adrenaline and noradrenaline; MAO-B is found in astrocytes and is more effective in breaking
down the neurotransmitter dopamine [3]. With advanced ageing, MAO activity increases in the
human brain, often to the point of severely depressed levels of necessary monoamine transmit-
ters [2]. L-deprenyl at low doses [20mg/day] was used as antidepressant during ageing due to its
inhibiting effect on MAO-A [4], and it was used for treating the chronic dopamine depletion of
Parkinson patients inhibiting MAO-B without elevating blood-pressure [5]. More recent studies
have however pointed out that L-deprenyl extends remaining life span of both laboratory animals
and Alzheimer patients. Old rats treated 3 times a week with L-deprenyl at the age of 24 months
lived for a significantly longer period than saline-treated controls animals [6]. The beneficial
effect for prolonged survival was also associated with improved spatial learning and long-term
memory [7]. Studies on Alzheimer patients showed a 15% improvement in behavioural symp-
toms [8] and an increase in median survival of 215 days when comparing placebo [9] with 10
mg/day deprenyl. A further intriguing study provided convincing evidence that deprenyl retards
the death of ageing female beagle dogs, which appears to be largely explained by the significant
reduction of the incidence of mammary cancer in treated animals [10]. The possible causes of
a prolonged survival in aged animals with an antitumorigenic effect by the drug are strictly
related to three factors. First, the increased activity of antioxidant enzymes, such as superoxide
dismutase (SOD) and catalase (CAT) [11]. Second, the increased activity of the immune system
through an enhanced production of some cytokines (e.g. IL-2, IL-6, TNF-alpha, IFN-gamma)
[12] and the improved natural killer (NK) cell cytotoxicity [13]. Third, the increased activity
of the endocrine system through a recovery from low IGF-I production, suggesting that growth
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hormone secretion may be stimulated by this drug [14]. In this context, it has also been shown
that the drug decreases prolactin concentrations in sera of aged animals, thereby probably
decreasing the incidence and progression of breast cancer [15]. All these findings support the
idea that L-deprenyl prolongs survival because of its effect on the neuroimmune system. It has
a promise for treatment also in humans. However, it is noteworthy that the beneficial effects of
the drug are mainly related to zinc ion bioavailability, as it relates to changes in neuroendocrine
and immune functions. Indeed, the production of cytokines listed above, the activity of NK cells
as well as the action of hormones (e.g. GH, IGF-I and prolactin) are supported by the zinc pool
[16]. Therefore, for the treatment of aged humans, the status of the zinc ion bioavailability has
to be considered before initiating the treatment. In our experience, zinc bioavailability declines
in adult age (e.g. 40-50 years) [16]. The treatment would start in adults in order to delay ageing
and thus to prevent cancer, which is the main cause of death in old individuals. Caution should
be exercised to avoid the possible effects of this agent on hypertension [4], The improvement
in cognitive functions after treatment with deprenyl [8] is a further supportive factor to use this
drug for anti-ageing treatment, taking into account the impairment of cognitive functions in the
elderly [17].

3. GHRELIN AND LEPTIN

Ghrelin, a 28-amino-acid peptide predominantly produced by the stomach, displays strong
growth hormone (GH)-releasing actions mediated by the activation of GH secretagogue (GHS)
receptor (GHS-R) type la [18]. Although the presence of substances with a secretagogue role
on GH production has been discovered 20 years ago, the presence of ghrelin and its relevance
on the efficiency of the endocrine and immune system has only been recently discovered [19].
In particular, the existence of GHS-R within the hypothalamus and pituitary gland [20], and in
peripheral organs (e.g. pancreas, testis, ovary, cardiac tissues) [21], and also on B and T cells
[22], has lead to suggest that ghrelin affects the HPA axis, gonadal function, energy balance, and
finally immunocompetence. These all impaired factors during ageing [16,23]. Ghrelin is mainly
produced by the enteroendocrine cells called X/A-like cells representing the major endocrine
population in the stomach oxyntic mucosa [24]. Ghrelin increases during fasting and malnutri-
tion as well in patients with anorexia nervosa [25]. However, the ghrelin production is balanced
by another peptide, called leptin, which is synthesised by adipose tissue and has been identified
as the critical hormone for the gene defect responsible for the obese syndrome in ob/ob mice
[26]. High leptin levels signal the presence of sufficient energy stores to leptin receptors (OB-R)
in the hypothalamus, which respond by reducing appetite and increasing energy expenditure,
and thus prevent severe obesity [27]. Low leptin levels occur during starvation leading to an
increased susceptibility to infectious and inflammatory stimuli and this is associated with a
dysregulation of cytokine production and with immunosuppression [28]. In experimental obes-
ity, which is a condition of leptin signalling defect [26], leptin increases, as shown in obese
db/db mice [29], with subsequent continuous appetite [27]. Similarly ghrelin is increased in
experimental obesity with ghrelin signalling defects [30]. Anyway, protein energy malnutrition
coupled with an altered metabolism and impaired neuroendocrine and immune functions are
observed in obesity [28] as well as in anorexia [31]. During ageing, protein energy malnutrition
is present [32] and many old people are obese [33]. Therefore, a dysbalance between leptin and
ghrelin production might occur during ageing with subsequent changes of receptor signalling
in the hypothalamus. This fact may trigger on the one hand side metabolic alterations and, on
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the other hand, impairments in neuroendocrine-immune responses with subsequent appearance
of age-related diseases. It is not a simple coincidence that a dysbalance in leptin and ghrelin
production, as well as the presence of leptin and ghrelin polymorphisms are coupled with a
strong dysregulation of neuroimmune responses, which are observed in cancer and in infectious
diseases [34]. In turn these conditions are characterised by protein-energy malnutrition [35].
Therefore, new anti-ageing strategies do not have to include treatments of leptin or ghrelin in a
separate way, as reported [4,28], because of their possible inefficiency during long-term treat-
ment. But rather, these strategies have to be addressed by restoring the balance between leptin
and ghrelin production though the modulation of neuropeptide Y (NPY) in the hypothalamus,
which regulates both leptin and ghrelin action [36,37]. The loss of neurons producing NPY [38]
coupled with neuroendocrine-immune dysfunctions [39] and protein-energy malnutrition [32]
are characteristic of elderly people.

4. CARNOSINE

Carnosine (beta-alanyl-L-histidine) is a dipeptide, a non-enzymatic free radical scavenger and a
natural antioxidant [40]. It is widely distributed in tissues and exists at particularly high concen-
trations in muscle and brain [41 ]. Throughout the brain, the most important carnosine containing
cells are astrocytes and oligodendrocytes. Carnosine has been discovered as an antioxidant and
a free radical scavenger ten years ago with a role in rejuvenating senescent cells, particularly
fibroblasts [42]. At the clinical level, carnosine can delay vision impairment during ageing while
simultaneously exerting a remarkable effect on prevention and treatment of senile cataract [43].
However, recently intriguing findings showed that an enhanced release of carnosine by astrocytes
is under the control of zinc [44]. These findings are very important, if one takes into account the
relevance of zinc for the neuroimmune interactions and, at the same time, for the protective role
of carnosine itself. Zinc has a specific role of in the brain functions, such as synaptic transmis-
sion, for instance [for details see reference 45]. Recent findings have suggested that carnosine is
able to inhibit the aggregation of amyloid peptide and that the toxic effects of amyloid peptide
can be prevented or reduced by carnosine [46]. Therefore, carnosine, via zinc ion bioavailabil-
ity, may be used as a potential anti-ageing drug. Carnosine may also increase the lifespan of
CD4-positive T cell clones [47] and may attenuate the deleterious effects of high TNF-alpha
concentrations in injured rats, thus protecting immune cells through its antioxidant activity [48].
Good intracellular zinc ion bioavailability, which is required for the maintenance of the immune
system in ageing people, may be largely due to metallothionein homeostasis [49], and to the
positive antioxidant effect of carnosine, which are exerted via the zinc pool. On the other hand,
intriguing findings show the positive effects of zinc complex of L-carnosine (generic name:
Polaprezinc), which is capable of increasing spermatogenesis in a mouse experimental model of
accelerated ageing (SAMP1) [50] and it also reduces the inflammation during the course of gas-
tric ulcer [44]. This gives further support to the relevance of carnosine and zinc (like a complex)
as a potential new anti-ageing factors related to neuroendocrine-immune interactions.

5. NO-DONORS

It has been reported that metallothionein (MT) acts as a sensor of the cellular redox status by
reacting to a shift to more oxidizing conditions with the release of zinc, whereas a shift to a
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more reducing environment leads to binding of zinc [51]. Nitric oxide is capable of interacting
with MT to form either dinitrosyl iron sulfur complexes [52] or S-nitrosylation to result in the
NO-mediated release of zinc [53]. The S-nitrosylation (oxidizing of SH groups of cysteine in
the MT molecule) of cysteines in zinc thiolate clusters are very important for zinc-dependent
transcription factors [54], antioxidant enzyme activity [55] and probably for the maintenance of
the neuroimmune network [39]. The phenomenon of zinc release from MT via NO is under the
control of pro-inflammatory cytokines (e.g. IL-1 and IL-6) [56]. These cytokines rise in young-
adults under transient stress-like conditions [57]. During ageing, the release of zinc from MT
via NO is limited because of a strong increase of iNOS activity that upsets the proper balance
between iNOS and cNOS [57]. This leads to a dysregulation of the intracellular redox status. On
the other hand, an overexpression of MT, as it occurs during ageing [49], causes an inhibition
of NO-induced changes in labile Zn++ that can be reversed by zinc supplementation [53]. In this
context, NO-donors (e.g. SNAP and NOC 18) may play a relevant role because they are capable
to inducing a proper balance between iNOS and cNOS [58] and thus promote zinc release from
MT in chronic stress-like conditions and during ageing. Indeed, the treatment of stressed (by
H2O2) endothelial cells with the NO-donor, SNOC, releases zinc (as detected by a fluorescent
fluorophore, zinquin) by the overexpressed MT [53]. Such a phenomenon of NO-donors may be
relevant for brain functions as well as for the maintenance of the neuroendocrine-immune net-
work during ageing. As reported in the chapter of Suzuki [this Volume] a strong increase of NO
within the brain during ageing leads to neuronal cell-death. An abnormal increase of MT was
also reported in the old brain coupled with low zinc ion bioavailability [45] Zinc is necessary
for optimal cognitive brain functions [60], for synaptic transmission [59], for the production of
hormone releasing factors [see Mocchegiani, this Volume] and for the prevention of cell death
[16]. It is evident from these observations that NO-donors may be useful therapeutic agents for
the enhancement of neuroimmune function during ageing.

6. CONCLUSIONS

As reported in this short chapter, new anti-ageing drugs may possibly be added to the classical
strategies, such as growth hormone, melatonin, zinc, vitamin E and caloric restriction. The latter
has been demonstrated to be very efficient in relation to increased longevity in experimental
animals. We have not reported the beneficial effect of caloric restriction because of its discovery
many years ago by Masoro [61]. Therefore, it may not be considered as a possible new anti-
ageing strategy. In contrast, we have preferred to report some substances, which have been pro-
posed during this last decade as new anti-ageing strategies in animals and humans. The choice
is based on the fact that all these substances affect neuroendocrine-immune interactions with
a capacity to remodel this network. The capacity of remodelling is a condition "sine qua non"
to support healthy ageing [49]. All these substances positively affect remodelling but, to our
opinion, the more intriguing drugs are NO-donors because NO is also involved in zinc release
from metallothionein [MT]. This role is very important in ageing as indicated by the fact that
the impaired neuroendocrine-immune responses can be restored by zinc supplementation [35].
Zinc acts on many biological functions, including the maintenance of normal neuroendocrine-
immune function. Zinc deficiency and high MT levels are characteristic of ageing, with limited
zinc release from MT [45]. Consequently, NO-donors may play an important role during ageing,
which could provide us with the tools for a new anti-ageing strategy. NO-donors are natural sub-
stances with very limited toxic effects. Experiments NO donors in old animals are in progress
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in our laboratory.
All of the above presented concepts focused attention on more or less healthy ageing people.

In contrast, ageing patients with chronic inflammatory diseases may not profit from these
therapies because all of the above discussed agents would stimulate the immune system. Such
a stimulation would lead to an unwanted aggravation of chronic inflammatory diseases, for
instance. Chapter VI gives some therapeutic ideas how to treat patients with chronic inflamma-
tory diseases in harmony with the principles of neuroimmune biology. This important difference
has to be taken into account when anti-ageing strategies are discussed.
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ABSTRACT

It is indicated by this volume that normal age related changes in the neuroimmune regulatory
network are highly relevant to "successful", or healthy ageing. Abnormal regulation is associ-
ated with age related diseases. Clinical observations provide compelling evidence for the rel-
evance of Neuroimmune Biology (NIB) to practical Medicine. Thus the Science of NIB provides
novel perspectives for the investigation of highly complex biological processes, such as ageing
and lead to original observations that allows for better understanding of higher organisms in
their entire complexity. The future is very challenging both scientifically and from the moral
standpoint.

1. INTRODUCTION

Ageing is one of the unresolved problems in Biology. However, the rule is abundantly clear:
we all must be born in order to exist and eventually must die. Without this iron-fisted law of
Mother Nature the evolution of the species would have been difficult if not impossible. Further,
the proper balance of the Plant and Animal Kingdoms would have been endangered. Clearly,
immortality could be considered as the cancer of the evolutionary process and of normal biologi-
cal ecosystems.

By now it is firmly established that programmed cell death (apoptosis) is part of normal
embryonic and post-partum development as well as it is fundamental to the regulation of various
systems in the body, including the immune system. Immune killer cells use apoptosis as effi-
cient weapons for the elimination of infected and cancerous target cells. Clearly all of our cells
possess the genetic machinery for apoptosis and there are multiple receptors that are capable of
committing various somatic cells to the suicide pathway [1-3]. One may pose the question: if all
of our cells can be induced to die, are we also programmed to die? Common sense would give
us a Yes answer. In other words, under normal conditions ageing may be a maturation process,
which will proceed smoothly, without major life-threatening problems. This is often termed
as "successful" ageing. However, it seems that in most people ageing is associated with major
abnormalities, including of those of the Neuroimmune Regulatory System and consequently,
diseases prevail during ageing. The chapters in this book lend support to this hypothesis.
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2. AGEING OF THE IMMUNE SYSTEM

2.1. Immunosenescence

The currently accepted wisdom is that as we age, we get sicker and sicker, and then we die.
Early immunological studies support very well this common belief. Nearly all immune param-
eters have been shown to decline with ageing, especially when male subjects were examined.
However, most clinical experiments are done in hospitals, where only sick people are available
for study. Some recent data indicate that healthy old people have healthy immune-, endocrine-
and nervous systems. Nevertheless, the Immune System shows age-related changes, but it may
be regarded as maturation, rather then a disastrous break down. Thus thymus involution is pos-
sible because the thymus has less and less work to do with our immunological adaptation to our
external and internal environment. This hypothesis is supported by the fact that antigen presenta-
tion does not decline, if anything it is improving with age. So are memory T lymphocytes. Few
immunological phenomena carry the same significance than antigen presentation and immuno-
logical memory [4-6].

The above parameters are fundamental pre-requisites of maintaining an effective immune
defense. So, if older people are better in some aspects of immunity than are younger individuals,
should they be examined with the expectation that they are deficient? Should not we consider
the possibility that a process of immune maturation takes place during ageing that under normal
conditions is capable of maintaining good health and survival? Should one consider the possibil-
ity of ripen old age without disease? Studies of healthy old people in order to learn more about
health, disease, the immune system and ageing represent a new dimension of research in ageing
[7-9]

Apparently now there is evidence for the relationship between the oligoclonal expansion
of lymphocytes with age and endogenous viruses (e.g. Herpes, Cytomegalovirus and Epstein-
Barr virus) [10-13]. Traditionally these viruses are viewed as potential pathogens, rather than
anything else. However, it is possible to envision a different perspective for these persistent
organisms. It is clear that they become activated from time-to-time and in immunodeficient
individuals they may even cause disease and death. But during temporary deficiency they actu-
ally may serve as powerful and relatively harmless immunological adjuvants that activate the
cytokine system, which has enormous restorative and stimulatory power for the immune system.
For instance, EBV is a polyclonal B cell activator. Therefore, it is relevant to boosting (natural)
antibody mediated defense. Herpes and CMV would be relevant to boosting the T cell and NK
cell-mediated immunity by the stimulation of the right cytokines, such as interferons. Indeed the
maintenance of persistent viruses may be symbiotic, rather than antagonistic to the organism.
An analogous situation exists with LPS, which is released by intestinal bacteria and will absorb
and boost the immune system during emergency situations, such as trauma and shock [14,15]
The boosting of host defense mechanisms with the aid of symbiotic microorganisms is likely to
acquire more and more significance during the ageing process. This is a very effective way of
self-medication. Clearly, the biological significance of persistent viruses need further clarifica-
tion .

2.2. Metallothioneins as potential biological markers of immunosenescence

The zinc-zinc-binding protein system regulates the activity of key hormones, cytokines and
enzymes in the body. Moreover, this system is affected by stress and the zinc binding proteins
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are known as acute phase proteins (APP). Apparently Zn is essential for the normal function
of the adaptive immune system as it controls the activity of key hormones, such as growth hor-
mone (GH) and of cytokines, as well as enzymes. Indeed, the over-expression of zinc binding
proteins during the acute phase response (APR) may play an essential role in the conversion of
the immune system from the adaptive mode of reactivity to the boosting of natural immune host
defense [16,17] Because there is a drift during ageing from prevalent adaptive immune reactions
towards natural immune mechanisms and to frequent APRs, it comes natural that zinc-binding
proteins show elevations with ageing [ 15] However, memory T cells are all right in old age, in
spite of Zn deficiency. Moreover, these changes are not inevitable as centenarians were found
to have normal Zn and binding protein values [18]. It is also noteworthy that liver regeneration
was not affected in old mice with high MT and Zn levels in this organ[19]. This observation
indicates that cell proliferation per se may not be deleteriously affected by the zinc homeostatic
regulatory system.

2.3. Neutrophil ageing and immunosenescence

Neutrophil numbers are not lowered with age [20] and there is normal neutophilia to infection
[21]. Adhesion molecules are normal or may even be increased [22,23] and bactericid innate
recognition is all right [24]. Contradictory observations were made for neutrophil extravasation,
chemotaxis and superoxide production. Neutrophil reaction was reduced to GCSF but not to
GMCSF. Significant reduction was found in phagocytosis and cytotoxicity was declined towards
bacteria and yeast [25]. However, it is not clear, how much of this functional impairment is due
to the ageing of neutrophils and to what extent is it the consequence of glucocorticoid excess,
which is characteristic of ageing animals and man [15,26,27]. Hypopituitary patients show
excess mortality due to respiratory disease [28] which gives further emphasis to the relevance of
age related neuroendocrine alterations to immune abnormalities.

2.4. Apoptosis and ageing

Apoptotic (APO) phenomena are increased in ageing [29]. Tumor necrosis factor (TNF) is also
increased, as well as tumor necrosis factor receptor-I (TNFR-I), which mediates APO on various
target cells. In contrast, TNFR-II, which conveys other actions of TNF, is decreased [30,31,].
Effector memory T cells (e.g. CD28+) are increased during ageing and these cells are suscep-
tible to apoptosis [32]. However some subsets of memory T cells may be APO resistant [33].
Replicative senescence may block APO [34] Several functions of polymorfonuclear cells (e.g.
killing, free radicals, chemotaxis, 03, lytic enzymes) are decreased with ageing [1,35]. Choles-
terol, which is often elevated in the elderly, is important for signal transduction by membrane
bound receptors [ 1 ].

It is apparent from this chapter that APO occurs more frequently in the elderly. However, it is
also apparent that programmed cell death remains an important physiological regulatory mecha-
nism for memory T cells, which show an increase, rather than a decline with ageing.

2.5. MHC-unrestricted cytotoxity in ageing

Monocyte and macrophage numbers and cytokine production are increased in the elderly [36],
and dendritic cells are unimpaired as well [37]. This assures excellent antigen presentation as
well as phagocytic/cytotoxic activity by these cells. TNF alpha was not changed, whereas IFN
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gamma was increased in centenarians [38]. Mature NK (CD56+) cells were elevated in the
elderly [39], and NK functions were not diminished with ageing [40]. High NK numbers were
observed in centenarians [41]. Gamma/delta T cell cytotoxicity was preserved in centenarians
[42] and higher gamma-delta-T activation was observed in old individuals [43]. Bone and
muscle remodeling by the immune system was maintained in the elderly [44,45]

This chapter testifies that innate cytotoxic mechanisms are actually superior in elderly people
when compared to young individuals. This is coupled with excellent antigen presentation and
immunological memory. Moreover, immune capability of centenarians is truly remarkable. All
these facts support the idea, that during successful ageing an immune disaster is not inevitable,
on the contrary, it is possible to suggest that the immune system keeps adapting to age related
changes in order to optimally fulfill its normal functions.

2.6. MHC Polymorphism and ageing

Caruso and colleagues conclude that there is no statistically significant relationship between
MHC-polymorphism and successful ageing [46] [Candore et al. 2004]. However, one must not
forget that MHC polymorphism and immunological diversity play a major role in survival at the
time of major epidemics.

3. AGEING OF THE ENDOCRINE SYSTEM

3.1. Neuroplasticity in the human hypothalamus during ageing

Hofman and Swaab [47] provides an accout of hypothalamic changes during ageing. They point
out that each group of cells (e.g. nuclei) in the hypothalamus have their own sex-specific pat-
tern of ageing. Some nuclei become less active, others become more active with age. Steroid
hormones play a key role in neuroplasticity and ageing.

This story is very similar to what was said about the ageing immune system. Both positive
and negative changes occur, which implies regulation rather then simple deterioration during
ageing. Current evidence indicates that the hypothalamus is the ultimate immunoregulator [48]
and it is fundamental for the regulation of all other organs and tissues in higher organisms, as
is obvious from this volume. On this basis one may suggest that the process of ageing also is
under hypothalamic control. Clearly this part of the central nervous sytem is involved in setting
of biological rhythms and adaptive variations. The lifespan of the organism may be suggested as
the ultimate rhythm to regulate. Elderly animals and humans are typically characterized by the
loss of rhythmicity of physiological parameters and by the inability to adapt to environmental
challenges, as repeatedly pointed out in this volume.

3.2. The role of growth hormone signaling in the control of ageing

Growth hormone plasma levels gradually decline during adult life. It is apparent from the rel-
evant literature that role of GH changes in different stages of life. Excess GH during adulthood
in animals and man shortens their lifespan. Tradeoffs must exist between growth, reproduction
and longevity. Low GH levels may have a role in protecting the organism from cancer and other
age-related diseases. Subnormal GH levels affect body composition, muscle and brain function,
and are suspected of contributing to the deterioration of quality of life in the elderly. However,
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the risks and benefits of anti-ageing therapy with GH are not well understood and the concept of
GH replacement during "somatopause" is controversial [49]

It seems very intriguing that GH has an influence on lifespan. Being an anabolic hormone,
excess GH must promote metabolic processes that are deleterious for longevity. Growth hormone
is the member of the growth and lactogenic hormone (GLH) family, which include multiple iso-
forms of GH, prolactin (PRL) and placental lactogenic hormones (PL). These hormones have
overlapping functions and are of fundamental importance in governing the growth, development
and bodily functions of higher animals for their life-cycle. On the basis of the immunological
effects of GLH hormones it was postulated that they function as competence hormones for the
immune system, and likely for all other tissues and organs in higher animals [50,51] Because of
overlapping functions between GH and PRL, GH or PRL deficiency alone rarely causes severe
problems due to compensation by the other hormone, if it is present at normal levels. However,
joint and complete deficiency has not been adequately demonstrated to date [52]. Our experi-
ments in hypophysectomized rats indicated that animals lacking both hormones die of bone
marrow and immune failure and of cachexia within 6 weeks [53]. These observations indicate
that PRL alone is capable of maintaining vital bodily functions in hypophysectomized rats.
Redundancy exists within the GLH family and these hormones are indispensable for the growth,
development and functional maintenance of the body throughout the entire lifespan of higher
animals [50-53]. Consequently, it is reasonable to suggest that GLH, rather than GH alone,
should be viewed as functional unit, when it comes to the assessment of biological functions and
of the impact on health and longevity.

3.3. Ageing and the adrenal cortex

Ageing in healthy people is associated with the gradual decrease of adrenal dehydroepian-
drosterone (DHEA) secretion. This leads to a relative glucocorticoid excess during ageing. At
present, there is no clear indication that DHEA therapy would work in the elderly [54]

DHEA functions as a steroid hormone precursor, and its decline leads to androgen and estro-
gen deficiency, whereas glucocorticoid levels are not changed or may even be elevated during
ageing. Whether or not these changes represent adaptation to the changing internal milieu char-
acteristic of ageing, or may function as an important link between immune-, endocrine- and
neurona\-senescence, remains to be determined. In woman a major trigger of changes in steroid
hormone secretion is menopause. It is abundantly clear that steroid hormones are major regula-
tors in the body that includes the immune system and that altered levels do have far reaching
consequences [3,55].

3.4. Hormonal changes in ageing men

A number of age-related changes in men can ultimately lead to androgen deficiency. Some of the
symptoms and disorders frequently seen in elderly men (e.g. loss of body mass, sexual dysfunc-
tion, osteoporosis, depression) have been linked to low androgen levels. Up to one third of men
beyond the age of 60 have low serum testosterone levels. Androgen supplementation for these
men is controversial at this time [56].. Circadian changes of testosterone are lost in man during
ageing [57,58].

There is little doubt that testosterone declines with age, even wen levels do not get subnormal
in elderly man. A more serious problem may be the loss of the ability for adaptive changes.
This is indicated by the loss of the circadian rhythm. Testosterone declines during trauma and
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inflammatory disease, and exerts a major effect on the immune system, which has a bearing on
mortality [3]. Therefore, this hormone has a much wider biological potential than originally
anticipated, and this should be taken into consideration in future investigations.

3.5. Ageing of the neuroendocrine circadian system

Changes do occur in the neuroendocrine circadian system. The most frequent observation is the
reduction of circadian amplitude during ageing. With the reduction of melatonin the information
on time and seasons is decreased. This leads to reduced adaptability, the loss of seasonal adjust-
ments and more susceptibility to climatic change and in general to stress [59]

Adrenal cortisol is maintained, whereas DHEA abruptly declines during ageing. The circa-
dian rhythm of ACTH decreases or is abolished in aged rats. In man melatonin decreases during
the sixties and seventies, but later it levels off. Many factors influence the hypothalamus-pitui-
tary-thyroid axis. It is inhibited by sleep deprivation, iodine deficiency. Fasting suppresses TSH
levels, which may be restored by leptin. Geographical changes and climatic changes, such as
cold increase T4 levels, but not in the elderly [59].

The circadian rhythm of prolactin continues in the elderly. High levels are secreted during
REM sleep. Nursing over-rules this regulation. Numerous medications stimulate PRL secre-
tion (e.g. psychoactive drugs). In sexually mature woman, cycling PRL is increased. Stress also
increases PRL serum levels [59].

Catecholamines drop with age and beta-adrenergic receptors are impaired. However dopamine
(DOP) cells increase in the substancia nigra up to age 60. Sympathetic nervous responses to
stress increase with age. Norepinephrine production and release is up and blood pressure is
elevated, which may be decreased by bromocriptine. Urinary catecholamine levels are higher in
hypertension. Melatonin antagonizes these changes [59].

There is no doubt that the neuroendocrine system plays a major role in adaptation to environ-
mental factors and to stressors. The diurnal rhythm of hormones is related to the rhythm of day-
time activity, energy spending and catabolism and night-time regeneration and anabolism. The
loss of circadian rhythm of various hormones impairs adaptability as well as proper regeneration
and maintenance of good health.

It is remarkable that PRL levels and rhythms are maintained in the elderly. Indeed, PRL is
required to maintain vital bodily functions. Animal experiments showed, that if this hormone is
lost, it has fatal consequences [53]. Therefore, GH may decline with age because PRL is able to
maintain all the vital functions GH would do, without the deleterious effects that elevated GH
levels may produce [49].

3.6. Melatonin rhythms, melatonin supplementation and sleep in old age

After 80 years of age, there are no rhythms of melatonin secretion and there is no diurnal perio-
dicity. Rhythms are regulated by noradrenaline, which is increased. However, melatonin did
not decline in extremely healthy people. At present there is no clear evidence for the benefit of
melatonin treatment [60,61].

As already pointed out, the lack of biological rhythms leads to the loss of adaptation and
impair the daily regeneration of the body. These are very significant problems of most elderly
people.
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4. AGEING OF THE NERVOUS SYTEM

4.1. Age-related changes of the human autonomic nervous system

Ageing is accompanied by significant structural and functional modifications of the cardiovascu-
lar system. Cardiovagal modulation is decreased with increasing age as indicated by a decrease
of cardiovagally mediated indices of heart rate variability. Sympathetic outflow to the heart is
elevated, however, it is not well transformed into an enhanced end-organ response because of
a decrease of a-and 6-adrenergic receptor potency. Orthostatic dysregulation is common in the
elderly for several reasons; one major point is that the baroreflexes are impaired with increasing
age [62].

4.2. Age-related alterations in autonomic nervous innervation

The thymus is innervated, alpha- and beta adrenergic receptors are present and there is evi-
dence for the neural regulation of T cell subsets. Of the neuropeptides substance P, calcitonin
gene related peptide, meth-enkephalin, vasoactive intestinal peptide, cholecystokinin, neuro-
tensin, intreleukin-1, C-reactive protein and arginine vasopressin are present in thymic nerves.
Noradrenalin (NE) is diminished in spleen of old rats in all compartments. There is peripheral
neuropathy suggesting metabolic insults. Heightened sympathetic activity is present in the
remaining nerves. NE treatment depletes NE nerves in the rat. Bacterial lipopolysaccharide
(LPS) has no effect, but IL-2 releases NE. L-deprenyl, a monoamine oxidase-B (MAO-B) inhibi-
tor, partially restores NA in 21 month-old rats. Natural killer cell activity, Concanavalin-A and
IL-2 responses are increased by such treatment.

Immune changes in aged humans and animals are variable. Sympathetic nerves may stimulate
immunity and inhibit B cells and the TH1 response. The effect is variable, depending on the cir-
cumstances. Compensatory mechanisms operate in order to achieve "fine tuning" of the immune
system. T cell memory is increased with ageing and this requires adjustments [63-71].

This chapter sums up very well the facts and dilemmas of ageing and neural regulation of the
immune system. Yes, there are definite signs of deterioration and malfunction, but neither the
regulatory influence of sympathetic nerves, nor the age related deterioration of immune function
is etched in stone. One reason for this must be that no differentiation is made between ageing
with disease and healthy ageing. As for the fine-tuning of the immune system by the autonomic
nerves system, this must be viewed as an important mechanism for the adaptive modulation of
immune function. However, it seems certain that T cell memory is maintained, no matter what
age-related changes are present.

4.3. Ageing and the neuroendocrine system of the gut

Everything declines in the gut with ageing, somatostatin is decreased and so is gastrin, more
so in males than in females. Endocrine cells are all right in the large intestine. Serotonin is
increased in the small intestine, so are peptide YY and enteroglucagon . In BALB/c/nunu mice,
which do not have thymuses, endocrine cells are increased in the gastrointestinal tract with age.
In general gastrointestinal nerve cells decrease in man and in the guinea pig with ageing, but not
in the mouse [72-74].

Here again the general rule is decline, but the mouse is exception and in thymus-less nude
mice actually there is an increase of gastrointestinal nerve cells with age. Does this signify the
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existence of as yet unsuspected influence of the thymus or of T cells on gastrointestinal innerva-
tion? Future studies are to decide this question.

4.4. Nutrition and brain ageing

Ageing is characterized by the loss of capacity to maintain homeostasis. During dietary caloric
restriction more synapses are present in the brain with larger transmission area. Vitamin E
deficiency leads to less and larger synapses. Synapses enlarge in order to compensate for the
decreased numbers. Ageing is accelerated under these conditions. Alcohol impairs synaptic
potential by disturbing lipid metabolism [75,76]

Brain ageing may be thought of as a particular condition in which specific pathological
changes are found without clinically evident manifestations, because nerve cell alterations
are continuously counteracted by compensating reactions. As a consequence, deterioration of
function occurs when the number of neurons and of their connections decrease below a critical
reserve level and coping with environmental stimulations becomes difficult [77,78].

There is no doubt that optimal nutrition is fundamental to good health. Over-nutrition is just as
damaging as is under-nutrition. Food does not only pose "oxidative damage", but always contain
multiple carcinogenic and other harmful substances. Toxic substances are also produced during
the process of digestion. These insults must be adequately handled by the defence systems of
the body in order to survive and to maintain good health. Clearly, understanding and practising
proper nutrition is one of the key concerns of ageing and of public health today.

4.5. Ageing-related role of nitric oxide in the brain

This review points out the possible functional link between age-dependent decrease in neural
nitric oxide synthase (nNOS) activity and increase in inducible NOS (iNOS) expression in the
brain. Evidence is presented for the existence of infections in the brain, which is one of the hall-
marks of ageing, and apparently trigger "spontaneous" iNOS expression. The future treatment
of aged people is also described, which takes into consideration these facts [79].

The problem of persistent infections is not resolved at the present time. Most scientists tend
to regard them as harmful, yet they were observed to afford protection to the host on repeated
occasions. For instance it is well known about the herpes simplex virus persists within the CNS
in most people and that it becomes readily activated in certain individuals in response to vari-
ous stressors [80]. In the overwhelming majority of the cases there is a harmless self-resolv-
ing infectious lesion, which heals spontaneously, and hardly can be classified as dangerous.
Actually there is a real possibility that the cytokines generated during this benevolent immune
activation are quite beneficial to the individual. Recent observations revealed, that inflammation
itself has protective value for the nerves system, possibly via T cell derived nerve growth factor
[81]. Moreover, the lipopolysaccharide endotoxin of intestinal gram negative bacteria, which
are absorbed from the gut during trauma and shock, functions as a powerful immune activator.
Clearly, LPS functions to activate the innate immune system in stressful conditions, and there-
fore, it may be considered as one of the remedies for self-medication in emergency situations
[82]. Persistent neurotrop viruses may in fact fulfill a similar mission. It is very well established
that iNOS is an important weapon against infectious agents, and may be used as such in the
ageing brain. It is also clear that LPS, iNOS and excessive activation of persistent viruses may
have harmful effects. These questions await further clarification.
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5. LINKS BETWEEN ONE GLOBAL SYSTEM AND ANOTHER GLOBAL SYSTEM
DURING THE AGEING PROCESS

5.1. Plasticity of neuro-endocrine-thymus interactions during the ontogeny of ageing: the
role of zinc

Current evidence strongly suggests that thymic involution is a phenomenon secondary to age-
related alterations in neuroendocrine-thymus interactions. The disruption of these interactions in
old age is responsible for age-associated immune-neuroendocrine dysfunctions. Thymic recon-
stitution may be achieved by GH, thyroid hormones, and LHRH, which act on specific hormone
receptors on thymocytes and on thymic epithelial cells. Melatonin may also act through specific
receptors on T-cells. Zinc finger proteins are important because they regulate gene expression for
hormone receptors. However, the effect of zinc is multifaceted. Zinc-dependent thymic hormone
is required for intrathymic T-cell differentiation and maturation as well as for the homing of stem
cells into the thymus. Therefore, the role of zinc is crucial in neuroendocrine-thymus interac-
tions and for the maintenance of thymus function (e.g. by GH, thyroid hormones or melatonin)
and for improving adaptive immunocompetence during ageing [83]

The traditional view that thymic involution is responsible for immune deterioration during
ageing may now be challenged. As is obvious from this volume, memory T lymphocytes
increase with age. This means that memory cells are being accumulated gradually towards most,
if not all, of the environmental pathogens. Therefore, there is little if any need for naive T cells
freshly released by the thymus. However, the thymus can be re-activated again, even at advanced
age [84,85]. This suggests, that thymic involution may be a physiological phenomenon, at least
in part, during successful ageing. Thymic involution may also occur under pathophysiologi-
cal conditions, during the acute phase response (APR), or febrile illness, which is initiated by
the immune system in response to infection or to other forms of traumatic injury. Cells of the
monocyte/macrophage lineage release massive amounts of IL-1, IL-6 and TNF-alpha into the
circulation, which in turn trigger profound neuroendocrine and metabolic changes. The hypotha-
lamus-pituitary-adrenal axis is activated, the thymus undergoes a profound involution, due to
the apoptotic effect of glucocorticoids and of TNF, and to the relative deficiency of growth and
lactogenic hormones, which is coupled with zinc deficiency. The biological significance of APR
is that it is capable of switching over the immune system from the adaptive mode of reactivity
to the amplification of natural immune mechanisms. APR is a highly coordinated emergency
defense reaction, which mobilizes all the resources of the body in the interest of survival. Many
individuals exhibit signs of low-grade APR during ageing [15,17]. Therefore, thymic involution
may not be the primary cause for immunodeficiency in the aged, but age-related diseases, which
may be the consequence of immunodeficiency, would accelerate thymic involution. Hence,
thymic involution is also associated with pathological conditions. Would the improvement of
thymic function lead to health benefit in the elderly? Current indications are that it would indeed
do so.

5.2. Adverse glucocorticoid actions and their relevance to brain ageing

This chapter discusses the concepts of stress and of homeostasis. It is presented that the HPA
axis becomes gradually more active with ageing. Glucocorticoids affect the CNS, immunocom-
petence, and inflammation. Although a fair amount of information is available, the biological
significance of the observations is not always clear [86,87].
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5.3. Neuroendocrine immune aspects of osteoporosis during the ageing process

Age related alterations of gonadal and thyroid hormones and of vitamin D leads to loss of bone
mass. Alpha melanocyte stimulating hormone is a novel bone regulator as is leptin. Serum osteo-
protegrin is increased with age [88-91].

One may remark here that osteoclasts belong to the monocyte/macrophage family of myeloid
cells and they respond to immune-derived cytokines, especially to IL-6. IL-6 has a stimulatory
effect on osteoclasts, which leads to accelerated bone resorption. Estrogens suppress IL-6 pro-
duction. Estrogen deficiency develops abruptly in females after the menopause and to a lesser
extent also in males, due to androgen deficiency. This will lead to increased secretion of IL-6 and
consequently to accelerated bone loss [55].

6. THE AGEING PROCESS AND CHRONIC INFLAMMATORY DISEASE

6.1. Neuroendocrine immune mechanisms of accelerated ageing in patients with chronic
inflammatory diseases

Straub and colleagues consider the deleterious effects of chronic inflammatory disease, which
accelerates ageing. Indeed inflammatory disease is characterized by immune activation and
cytokine release, which invariably elicit neuroendocrine and metabolic alterations as correctly
pointed out by the authors. Changes in glucocorticoids, androgens, estrogens and vitamin D
and the altered metabolism affect immune function, the nervous system and bone metabolism.
It is concluded that more information is required before a rational approach may be adapted for
therapy [92]

Although there is little doubt that chronic inflammation has an enormous thaw on the patient,
one should keep in mind that inflammation is a defense reaction, which should protect the host.
Is this possible in chronic inflammation? Recent observations in experimental autoimmune
encephalitis of rats, a chronic inflammatory disease with relapses, demonstrated that indeed,
inflammation has protective value [81].

6.2. Thyroid autoimmunity and ageing

Thyroid autoantibodies and subclinical hypothyroidism increase with ageing. However, thyroid
autoantibodies are rare in centenarians and in other highly selected aged populations. This sug-
gests that thyroid autoimmunity is not the consequence of the ageing process itself, but rather,
an expression of age-associated disease. Thyroid autoimmunity and/or thyroid dysfunction may
have an etiological role in several age-associated diseases, although the precise mechanisms
involved remain to be elucidated [93].

This chapter clearly demonstrates that successful ageing is not characterized by autoimmune
reactions, whereas autoimmunity itself may be the cause of age-associated diseases. Indeed, it is
highly desirable to keep these findings in mind when trying to investigate the problem of ageing.
Even if most people age with disease, the goal should be to achieve successful, healthy ageing,
whenever possible.
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6.3. The clinical importance of proinflammatory cytokines in elderly populations

Low-grade increases in plasma level of inflammatory mediators are characteristic of age-asso-
ciated pathology, including cardiovascular diseases, dementia and sarcopenia. Inflammatory
cytokines, such as TNF and IL-6, act as independent predictors of high mortality risk. It is
suggested that systemic low-grade inflammation provide a common link between ageing, body
composition, and life style factors on one hand and age-related diseases and mortality on the
other [94].

The senile immune system is clinically relevant. It is likely that TNF and IL-6 trigger age
associated pathology. Cardiovascular disease and dementia are prevalent in the elderly. TNF is
associated with dementia in the very old (>80 years of age) and IL-6 may play a role in throm-
boembolic complications and cardiovascular disease in middle-aged people. Monocytes are in
a pre-activated state in the elderly. Some of the possible reasons for the development of disease
are: continuous antigenic load, stressors, "inflam-aging" and dys-regulated acute phase response
[94,95].

TNF and IL-6 promoter polymorphism may play an important role in disease development
[96,97]. Body fat directly correlates with TNF [98] and with leptin [99] Endocrinosenescence
contributes to immunosenescence. The loss of sex hormones leads to immunosuppression and to
a low grade inflammatory milieu in the elderly [100]

The results presented in Figure 4 of this chapter support the idea of a proinflammatory milieu
in the elderly. Peripheral blood cells from young individuals produced more TNF after in vitro
stimulation by LPS than did cells from old people, yet the blood level of TNF in the elderly was
significantly higher after LPS treatment. Infections, especially Chlamydia and bacteriuria are
frequent in the elderly [101,102].

This chapter is an excellent demonstration of the relevance of Neuroimmune Biology to Clini-
cal Practice. Physicians have always been concerned with the patient's well being, and for that
they had to understand how the body works. This chapter presents information from the area
of Molecular Biology, Immunology, Microbiology, Endocrinology, Neurology, Food Science,
Pathology, Gerontology, all of which are integrated into a modern version of Clinical Medicine.
The pathophysiological mechanisms that are discussed in the context of age-related diseases are
compelling and are testable for further confirmation. Indeed, this is what should be the ultimate
mission of Neuroimmune Biology, to understand the biology of man and of higher animals in
their entire complexity, and to apply the newly found knowledge to the benefit of all.

7. CONCLUSIONS

7.1. New anti ageing strategies related to neuroendocrine immune interactions

This chapter demonstrates that the agents/methods used for the prolongation of life span influ-
ence growth hormone, prolactin, zinc or apoptosis. The new agents act on one of these basic
factors in ageing [103]

This chapter illustrates very well again the relevance of Neuroimmune Biology to practical
Medicine. It was postulated a decade ago that members of the growth and lactogenic hormone
family function as competence hormones that regulate growth and all functions in higher animals
[50]. It has also been established that hypohysectomized rats rely on residual PRL for survival.
If this PRL is neutralized by antibodies, they will die within 6 weeks [53]. Now several chapters,
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including this one, lends further support to the hypothesis that GLH maintain vital bodily func-
tions and are essential for survival and for longevity.

7.2. The future

Much of the global problems of our times come from the fact that man aspires to bypass and
overrule the laws of Mother Nature. Ageing is no exception, the quest is on for longer and
healthier life, and in actual fact significant increases are seen in the mean life-span globally, with
the Western world in the lead. Some countries are much overpopulated, and in others the per-
centage of elderly people is steadily increasing. This poses ever-increasing problems on Society
and on future generations. Global overpopulation is already threatening us with catastrophe, so
why push our luck any further? Why study ageing at all?

Well, for most people ageing means diseases, often suffering from lengthy and debilitating
conditions. Nobody will argue against studying and preventing age related diseases. Better
health and better quality of life for all people are noble causes and is highly desirable to pursue.
One may also argue that healthy people would be productive longer, so the burden posed on
Society would decrease. The scientific value of understanding the ageing process is immense
from the point of view of understanding our biology, but also for gaining better insights to the
pathobiology of diseases.

This volume sheds light on many aspect of the problem of ageing. The most important mas-
sage is that the Neuroimmune Regulatory Network plays a fundamental role in the ageing proc-
ess. Indeed, this book is living testimony for the validity and significance of Neuroimmune Biol-
ogy to ageing. NIB provides for a comprehensive way of viewing and investigating biological
problems, such as ageing. For the first time ageing is looked upon from the special perspectives
of NIB, the science of systemic regulation of higher organisms. Already there is compelling
evidence that this science is highly relevant to Clinical Medicine.

Is it possible to achieve immortality? It is now clear that most if not all of the biological proc-
esses, which decline during ageing, are reversible. This would suggest that it would be feasible
to achieve immortality in macro-organisms. Ageing seems to be genetically programmed. How-
ever some aspects of ageing may be related to the very fundamental properties of matter and
energy that dominate our world. So far we have not achieved a clear understanding of the rules
governing the fundamental forces of our universe.
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treatment 401
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376, 377
antigen-presenting cells 80
antioxidant 170

defenses 128
enzymes 400

antitumorigenic effect 400
Apaf-1 63
apoptosis 9, 13, 44, 45, 50, 57, 58, 139, 409,

411
apoptosome 63
APR 417
arcuate nucleus 114

neuronal hypertrophy 114
arginine 307,318,320
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caspases 57, 58
catalase 400
catecholamine 176, 235, 238, 244, 414
CDllb 46,47
CD 16 47,48,49
CD28 13, 14, 16
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system 5
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environment 195
epinephrine 178,244
Epstein-Barr virus 14, 410
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evolution 4
experimental autoimmune thyroiditis 376
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associated death domain (FADD) 59
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fat deposition 130
FGF 348
fibroblasts 348
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free fraction of plasma cortisol 166
free radical production 66
free radical scavenger 170, 402
free triiodothyronine 173
free thyroxine 172
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GABA receptor 202
gamma/delta T lymphocytes 15,412
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gastrointestinal

disorders 257, 258, 266, 267
function 257
symptoms 257

gender 154
differences 219,223,226

General Adaptation Syndrome 332
genome instability 3
GH See growth hormone
GHR-KOmice 127, 128
ghrelin 399,400^02
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glucocorticoid 49-52, 303, 331-334, 336,

339,348,349,352,354,417
excess 413
therapy 365

glucose 128, 132
glutamate 196
glutamatergic neurodegenerative processes
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GM-CSF 57, 58, 65, 66
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GPI-anchored proteins 62
Graves' disease 376, 378
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growth factor 174, 379, 348, 349
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321,353,403,411-413
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receptor 124
release 129, 131
releasing hormone (GH-RH) 353
replacement 132

resistance 123, 124, 129, 130
secretion 131
therapy 130
treatment 130, 131

gut 262,267,415,416
endocrine cells 257
neuroendocrine system 257

H

Hashimoto's thyroiditis 376, 378
healthy ageing 153, 158,410,415,418
heart rate 215-219, 223-226
heart variability 215-218,222
heat shock protein 94, 97
hereditary haemochromatosis (HH) 92
herpes 13,410
HF 96, 223
HFE 92, 93, 95
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hippocampal CA1 pyramidal neurons 278
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homeostasis 417
hormonal

changes 413
factors 76
milieu 196

hormones 160
house mice 124
HP (hypothalamic-pituitary) axis 311,313
HPA (hypothalamic-pituitary-adrenal) axis 4,

49, 309, 353, 354
HPG (hypothalamic-pituitary-gonadal) axis

114, 153, 156, 157
HPT(hypothalamic-pituitary-thyroid) axis

173,354,414
HRV See heart rate variability

deep breathing 222
frequency domain method 218
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HSP See heat shock protein
human 129, 132

ageing 139
brain 109
hypothalamus 105, 106, 115
time structure 165
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hydrogen peroxide 66
hydroxyindol-O-methyltransferase 198
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hyperglucocorticoidemia 332
hyperinsulinemia 131
hyperprolactinemia 175
hyperthyroid 378
hypoandrogenism 154, 157
hypogonadism 154,155,157-160,353
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hypothalamic-pituitary axis 31 1, 314
hypothalamic-pituitary-adrenal See HPA
hypothalamic-pituitary-gonadal See HPG
hypothalamic-pituitary-endocrine

gland 353
system 350, 353

hypothalamic-pituitary-testicular axis 154
hypothalamic-pituitary-thyroid See HPT
hypothalamus 155, 166, 195,350,401,412

autonomic nervous system axis 4
hypothyroidism 128,354,376,378

I

IFN 78
IFN-y 14, 15, 16, 243-245, 298, 349
IGF 348
IGF-1 123, 125, 128, 130, 304, 317, 322, 353
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IkB 60
IL 236
IL-1 240,349,352,353
IL-10 243
IL-12 79,81
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IL-2 78, 79, 242, 243, 245
IL-4 15,243,245
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immune-endocrine interactions 144
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function 245
risk phenotype 19
senescence 233, 234, 247
system 5,23,28,30,31,32,410

effects of prolactin 176
immunological risk phenotype 9, 16
immunosenescence 9, 16, 41, 42, 45, 46, 49,

73,75,410,411
infections 9,51,52,58,66,399,419
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inflammation 16,416
inflammatory processes 292, 293, 295
influenza virus 42
innate immunity 73, 74, 80, 81
innervation of lymphoid tissue 248
iNOS 31,323,403
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like growth factor 123,124
receptors 124
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sensitivity 127, 132
signaling 125, 127, 131

interferon See IFN
interleukin See IL
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ionic strength 285
killing 64

intranuclear ionic content 273
intrathymic T-cell differentiation 311
iodine 172
ischemia/reperfusion injury 293
ischemic heart disease 378
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JAK/STAT 65
pathways 64
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lactogenic hormone 413
Laron dwarfism 126
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LDL cholesterol 378
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genes 124, 125
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in the human 129
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low-density lipoprotein cholesterol 378
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molecules 312
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unrestricted immunity 73, 80
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MAPK 64
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phenotype 58
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met-enkephalin 240
metabolic insults 415
metabolic rate 128
metabolism 128
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MMPs (matrix metalloproteinases) 25, 27,
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risk 387
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MT (metallothionein) 31
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MT-3 receptors 199
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T cells 15
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