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Foreword

Thefirst 30 cm of the earth’s surface represents a fragile andvaluable ecosys-
tem, thanks to which terrestrial plants, and indirectly animals and humans,
can live. The microbial activity occurring in soil is largely responsible for
its physical and nutritional quality. Among the micro-organisms living in
soil, the arbuscular mycorrhizal (AM) fungi play a major role. They are
present in all types of soil, everywhere on the planet, living in symbiotic
association with the roots of most plant species. They have co-evolved with
plants for 400 million years, improving their nutrition and resistance to var-
ious types of stress. Present practices in conventional agriculture, which
introduce great amounts of chemicals, have eliminated or underexploited
the AM symbiosis. The rational exploitation of AM fungi in sustainable
agriculture, to help minimize the use of chemical fertilizers and pesticides,
has been hampered by several biological characteristics of these micro-
organisms: they cannot be grown in the absence of a plant host and their
genetic structure is very complex.

Despite these limitations, biologists have made important progress in
understanding better the functioning of AM fungi. An in vitro technique
has been developed using mycorrhizal root organ cultures, which made
it possible to investigate the genetics, cell biology and physiology of AM
fungi. We can now be objective enough to critically evaluate the impacts
the in vitro technique has had to improve our knowledge on mycorrhizal
symbiosis. Moreover, more experiences in using the technique allows us
to appreciate its limits, as well as its yet unexploited scientific potential.
A review on the subject has been recently published by Fortin et al (2002).

Along the same lines, but in a much more comprehensive way, this book,
through contributions from experienced specialists in the field, offers valu-
able insights into themost recentusesof the technique. It illustrateshow im-
portant questions regarding germplasm collection, taxonomy, physiology
and metabolism of arbuscular mycorrhizal fungi can be cleverly addressed
by taking advantage of the in vitro system. It also reports how the technique
has been extended to the culture of other symbiotic fungi. In a unique way,
a root/fungus symbiosis normally occurring in soil is made accessible for
various investigations: e.g. non-destructive microscope observations, re-
liable cell physiology studies, clean biochemical and molecular analyses,
and highly controlled interaction studies with other micro-organisms. Be-



cause the system provides a way to cultivate in vitro an obligate biotrophic
micro-organism, it can even be used to produce aseptically, for the first
time, AM fungal inocula on an industrial scale.

Young scientists interested in mycorrhizal symbiosis will find in this
book, not only valuable technical information, but also a rich source of
inspiration for their research and for the further exploitation of the po-
tential of mycorrhizal in vitro cultures. Like microscopy for cell biology,
and the polymerase chain reaction for molecular biology, the mycorrhizal
root organ culture system can be considered a critical step in the scientific
history of mycorrhiza R&D. This book will certainly provide convincing
evidence to support this assertion.

Guillaume Bécard
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State of the Art



1 In Vitro Culture of Mycorrhizas
J. André Fortin1, Stéphane Declerck2, Désiré-Georges Strullu3

1
Introduction

Symbiosis with fungi has been determinant for the evolution of vascu-
lar plants since their apparition on land. Devonian Rhynia fossils (400 ×
106 years old) permit one to observe, in the lower part of their stems, fungal
structures closely resembling modern Glomales (Pirozynsky and Malloch
1975). Molecular clocks also permitted one to date the early evolution
of Glomales back to about 400 × 106 years (Simon et al. 1993). It seems
that associations with some soil fungi were a prerequisite for the evolu-
tion of autotrophic land plants, as was also the case with lichens. Plant
fossils from several geological periods show the presence of mycorrhizal
structures.

During this evolution, arbuscularmycorrhizal (AM) fungibecame totally
dependent on their host, i.e. obligate symbionts. Today, at our present state
of knowledge, it is impossible to grow these fungi independently froma host
plant. This also explains why the understanding of the significance of AM
fungi in the life of vascular plants and ecosystem dynamics came so late in
the second part of the 20th century.

The obligate nature of the AM fungi has always, and still is making
it difficult to study most aspects of the biology of these ubiquitous and
fundamentally important fungi, including their functioning and roles in
terrestrial ecosystems.

Since the mid-1980s, the use of root-organ culture has opened new vistas
on several aspects of the AM symbiosis (Fortin et al. 2002). This review
gives an idea of the work accomplished but, above all, what remains to be
achieved. We feel that this contribution will also encourage more scientists
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to use this approach for increasing innovative research. It also convinced
us that there was a need for a more extensive document reporting precise
methodologies, disseminating more thoroughly the new knowledge being
gleaned, elucidating the potential for diversified use of the method, and
also identifying new avenues for further research.

It has become obvious that all areas of AM fungi biology per se, as
well as the biology of the symbiotic relationship, have been revisited using
monoxenic cultures. Cultivation of AM fungi on root cultures has shed new
light on their molecular biology, cytology, genetics, physiology, systematics
and phylogeny, which has since received a tremendous innovative momen-
tum. Large-scale industrial production of biologically clean AM inocula
produced on root cultures has also become a reality in some countries,
including India and Canada.

This first chapter aims to summarize some of the principal findings ex-
tensively discussed in the chapters of this book. Several terms related to
the so-called in vitro culture of AM fungi have been used in the literature
to designate one and the same concept (in vitro, monoxenic, monoaxenic
root-organculture and root culture). For clarity anduniformity throughout
this volume, we propose the following standard definitions. A monoxenic
culture of an arbuscular mycorrhizal (AM) fungus is a reproducible and
contaminant-free, in vitro co-culture between a root organ and a gloma-
lean species. This co-culture should be regarded as continuous if “the endo-
phyte is maintained in vitro indefinitely. It must be subcultured in order to
maintain and increase its biomass” (Bécard and Piché 1992). A root-organ
culture is the indefinite culture on a synthetic medium of a transformed or
non-transformed, excised root.

The interest of aseptically grown root organs to cultivate AM fungi
was communicated to other organisms, namely ectomycorrhizal fungi,
where a large number of species can be grown without a host but where
several entities see their development improved (e.g. Tuberales). We took
the opportunity in this book to underline the interest on basidiomycetes
belonging to Sebacinae. Although easily cultivated axenically, these fungi
mimic the effects of quite a number of AM fungi on plant growth.

2
A Tool for Germplasm Collection

For the study of micro-organisms, researchers, regardless of their field of
interest, must have access to reliable sources of aseptic, properly identi-
fied and properly conserved germplasm banks. Such banks must have the
recognition of the World Federation of Culture Collection (WFCC). Pot
culture-based banks such as BEG and INVAM are most useful and will
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remain so, until successful monoxenic cultivation of most existing Glom-
eromycota is achieved. In the light of Chapter 2, presented by Declerck,
Séguin and Dalpé, this is not likely to happen very rapidly, since the num-
ber of cultivated species is less than 10% of the estimated 180 species
existing in the world. However, increasing numbers of species belonging to
most genera are documented in the literature, and are expected to rapidly
become available to the scientific community.

3
A Tool for Systematics and Biodiversity

AM fungal taxonomists represent a rare breed, and the support they receive
rarely compares to the importance of the issues. Yet, new approaches will
have to be developed if successful cultivation of more diversified species
of AM fungi is to be achieved. Observations of AM fungi behaviour in
bi-compartments suggest that, paradoxically, the mycorrhizal root vicin-
ity is not favourable for the development of extra-matrical mycelium or
spore production (Fig. 2 in Fortin et al. 2002). This suggests that bi-
compartments should be more widely used in an attempt to cultivate
recalcitrant species. Not all soil microbes can grow in completely syn-
thetic medium, thus the presence of soil extracts is often a key to successful
cultivation. It should not be assumed that the relationship with the host
plant fulfils all the nutriment requirements of AM fungi. Genetic deriva-
tion of subcultured AM fungi is often evoked and usually assumed. There
is a need for rigorous research regarding this question, along with the
development of methods for long-term conservation. In biology, every
scientific activity must be based on precise knowledge of the systematic
position of the organisms being studied; reliable nomenclature is a pre-
requisite for organizing knowledge in a useful manner, and assuring con-
tinuity and reproducibility of results. AM fungi taxonomists are dealing
with fungi living in the soil, a complex environment showing a mini-
mum of morphological characters. Above all, these organisms cannot be
cultivated in the absence of a host plant. In Chapter 3, Dalpé, Cranen-
brouck, Séguin and Declerck present the problematics of AM fungi sys-
tematics, demonstrating the usefulness of monoxenic culture for precise
morphological, biochemical and molecular observations of the different
steps of their lifecycle. Obviously, monoxenic cultures of AM fungi play
a key role in improving our knowledge of their taxonomic classification,
their biodiversity and their functionality, in natural as well as managed
ecosystems of the world. More graduate students should be encouraged to
make a career in AM fungal taxonomy, adding molecular tools to classical
approaches.
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4
Life Cycle of Glomus spp.

The most abundant, at least in managed ecosystems, and the most easily
captured, isolated and maintained AM fungi on root cultures belong to the
genus Glomus. Cultivation of several species and strains has permitted us
to trace the life cycle of these species. Dalpé, de Souza and Declerck present
(Chap. 4) a detailed step-by-step description of a typical Glomus, putting
together virtually all the research published up to now on morphological,
structural and biochemical aspects of their biology. They also present spe-
cific conditions necessary for promoting the development of given stage of
the life cycle, i.e. spore germination. Since several Glomus spp. can be ob-
tained, observed and maintained on root explants, this should encourage
some scientists to cultivate an ever-increasing number of Glomus species;
the framework recommended in Chapter 2, on the maintenance of AM
fungal germplasms, should be strictly followed.

5
Life History of Gigasporaceae

Glomus spp. are rather easy to cultivate monoxenically, but this is not the
case with the majority of other AM fungal genera. de Souza, Dalpé, De-
clerck, de la Providencia and Séjalon-Delmas put together their experience
with Gigasporaceae and present an overview of their life cycle (Chap. 5).
The fact that most information is based on non-aseptic systems illustrates
the challenge that these AM fungi present for their continuous monox-
enic cultivation. One of the difficulties is that they often require a longer
cultivation period (several months) to produce their first spores on root
organs, as compared to only 10 weeks in pot culture. The authors of this
chapter mention that spore production comes after senescence of the root.
We suggest that selectively weakening or killing (physically or chemically)
the root might possibly trigger spore production.

6
Effects of Environmental Factors
on Hyphal Growth and Branching

AM fungi must find a compatible host plant to complete their life cycle.
In Chapter 6, Nagahashi and Douds present the environmental factors,
including light, gaseous or volatile compounds and non-volatile chemi-
cal compounds, which affect pre-symbiotic hyphal branching and growth.
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Purified chemicals such as some flavonols can stimulate the growth of
AM fungi. These authors review the germ tube responses to different in-
teractions between: (1) a gaseous compound and chemicals, (2) different
soluble chemical compounds and (3) chemical compounds and light. It
appears that AM spores can generally germinate without the presence of
root exudates, but the components of the exudates can stimulate fungal
growth, hyphal branching and root colonization. It has been demonstrated
that multiple genes are expressed when a germinated spore is treated with
host root exudates. Recent evidence suggests that we should be aware that
there might be different factors for elongation growth and hyphal branch-
ing. Not every environmental factor affects AM fungi positively. In addition
to chemical components of exudates and volatile compounds, the authors
demonstrated that a third physical factor, light, stimulates hyphal branch-
ing. In particular, blue light and root exudates appear to trigger the same
second messenger involved in the hyphal branching response.

7
Questioning the Value of Monoxenic Cultures

In Chapter 7, Bago and Cano present an interesting discussion concerning
seven main questions:

Are AM monoxenic cultures devices too artificial to trust? Does primary
colonization by AM fungi occur in young roots? Do hyphae exit the root
after symbiosis begins? Are branched absorbing structures (BAS) formed
byall glomalean fungior areartefacts formedundermonoxenic conditions?
Are there any differences in the development of AM fungi in monoxenic vs.
soil cultures? Are AM monoxenic liquid cultures accurate enough to use?
What else can monoxenic cultures offer regarding the study of AM fungal
biology? In this chapter, the authors present an overview on subjects of high
potential interest for those working with AM fungi, either for scientific or
commercial purposes.

8
AM Fungi; Host and Non-Host

Arbuscular mycorrhizal fungi can be found in the roots of 80% of all
vascular plant species. Generally, Brassicaceae are described as being non-
mycorrhizal, but numerous conflicting papers report mycorrhizal associa-
tions in many taxa of the Brassicaceae (Arabidopsis, Brassica, Cardamina)
and the Chenopodiaceae (sugar beet and spinach). Chemical factors may
be involved in reducing the infection. The establishment of mycorrhizal
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symbiosis involves a process leading to the recognition and compatibility
between the two partners, but the mechanism governing these phenomena
is not well understood. In Chapter 8, Vierheilig and Bago discuss the host
and non-host impact on the physiology of the AM symbiosis. The authors
identify several phases of the root–AM fungal interaction: (1) asymbi-
otic phase (axenic culture), when the fungus germinates and grows in the
absence of plant signals, (2) pre-symbiotic phase, when the fungus ger-
minates and grows in the presence of signal exudates, and (3) symbiotic
phase, when the fungus has penetrated the root and formed intraradical
arbuscules. The latter phase is difficult to obtain in monoxenic culture,
and fewer physiological data are available. The effects of pH, temperature,
CO2 and light on spore germination and hyphal asymbiotic growth of AM
fungi are presented first. In a second point concerning pre-symbiotic AM
fungus growth, the data discussed show the importance of root exudates
favourable to AM fungi for the successful establishment of the symbiosis.
At least at the pre-symbiotic phase of the association, some AM non-host
plants and myc− plants seem to share mechanisms affecting their suscep-
tibility to AM fungi. The perception of AM fungi by the plant before root
colonization is poorly documented. It has been recently hypothesised that
a more favourable environment for root penetration is created by the host
in the presence of fungal signals.

9
Carbon and Lipid Metabolism

Great possibilities are offered by monoxenic culture to study different as-
pects during the formation of the AM association. The knowledge of these
interactions progresses at cellular, molecular and biochemical levels. It is
generally accepted that up to 20% of the photosynthetically fixed carbon
is transferred from the plant to the AM fungi. Intraradical hyphae incor-
porate plant-derived hexose, which is converted to typical storage forms,
trehalose and glycogen, but extraradical mycelium is incapable of taking
up sugars. A gene encoding for a transmembrane sugar transporter was
cloned from mycorrhizal roots of Medicago trunculata. According to Har-
rison (1996), this transporter (Mtst1) was designed as a hexose transporter
by activity measured in yeast. The failure of AM fungi to complete their
life cycle in the absence of roots could originate from the control by the
plant of fungal genes involved in carbon transport and metabolism. On
this basis, Grandmougin-Ferjani, Fontaine and Durand (Chap. 9) present
the monoxenic culture technique as a tool for the establishment of the lipid
compositionofAMfungi. Lipiddroplets are abundant in spores andvesicles
of AM fungi, and biochemical studies indicate that lipids can represent up
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to 45% of the fungal dry biomass. The authors give a comparison between
lipid analyses of AM fungi (Glomus intraradices) obtained by in vitro and
in vivo systems. They also propose the use of monoxenic cultures as a tool
for the evaluation of AM fungi in host root tissue. AM monoxenic cultures,
combined with isotopic labelling techniques, enable a better understand-
ing of lipid metabolism of AM fungi. Moreover, these authors note that the
lipid metabolism of AM fungi is still unclear, since results from 14C and 13C
labelling seem to be contradictory. RMN studies of lipids suggest that obli-
gate biotrophy of AM fungi could be due to a lack of, or insufficient ability
of neutral lipid biosynthesis in both germinating spores and extraradical
mycelium. Cloning and expression analysis of genes encoding enzymes
involved in lipid biosynthesis are now required. The use of AM monoxenic
cultures has clarified some aspects of the symbiotic interactions. Moreover,
there are certainly some differences in AM fungi development when grown
in vitro (monoxenically) and in vivo, but these could be reduced.

10
Monoxenic Culture and Physiology of in Vitro Grown Plants

Desjardins, Piché and Sebastia (Chap. 10) illustrate howAMfungi produced
on root cultures can be useful in the study of the comparative physiology
of in vitro cultivated plants, especially in relation to water stress and sink–
source relationships. The data demonstrate that the mycorrhizal inocula-
tion of in vitro propagated plants is very promising in acquiring healthy
plants, and improves the adaptation of such plants when transferred under
natural conditions. In a different context, a review on this subject would be
of great practical interest.

11
Nutrient Dynamics in AM Monoxenic Cultures

According to Rufyikiri, Kruyts, Declerck, Thiry, Delvaux, Dupré de Boulois
and Joner (Chap. 11), the monoxenic culture system offers three major ad-
vantages for element transport studies: (1) bio-sorption and affinity studies
at low concentration; (2) modification of the speciation of a defined element
due only to its interactions with the AM fungus; and (3) determination of
specific uptake and flux rates. Monoxenic culture systems are useful in
studies involving essential elements (N and P) and radionuclides (U and
Cs). AM fungi take up and translocate these elements. As AM fungi are an
important part of the rhizospheric micro-organism biomass, the uptake of
radionuclides by the extraradical mycelium has ecological significance –
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these fungi intercept radionuclides and influence their migration in the soil
and their accumulation by plants. The capacity to exploit certain forms of
a nutrient (precipitated P, organic forms of N or P), as explained in this
chapter, might be involved in the distribution of the microbial population
in the mycorrhizosphere.

12
AM Fungi and Rhizosphere Micro-Organisms

Interactions between AM fungi and other rhizosphere microbes have many
effects on the host plant (especially the alleviation of root diseases and the
access to nutrients through interactions with N-fixing and P-solubilizing
bacteria). AM monoxenic culture represents a new tool to elucidate com-
plex interactions between soil inhabitants. In Chapter 12, St. Arnaud and
Elsen elucidate the interaction of AM fungi with soil-borne pathogens and
non-pathogenic rhizosphere micro-organisms. More than 40 years ago,
Mosse (1962) reported that a Pseudomonas isolate was necessary for AM
root colonization and in vitro growth of AM fungi. Later, many other soil
micro-organisms were shown to stimulate or inhibit AM fungal spore ger-
mination and hyphal growth. The authors comment on numerous results
relating interactions between AM fungi and soil bacteria, and between
AM fungi and other fungi. Concerning interactions between fungi and
nematodes, there are few data; the in vitro activity of the cyst nematode
Globodera pallida was studied, and these first results indicated that the
mycorrhizal inoculation of potato plants could stimulate the production
of hatching chemicals. Recently, using dixenic cultures, the interactions
between Glomus intraradices and the nematodes Radopholus similis and
Pratylenchus coffeae have been studied, showing that in the presence of
AM fungi the populations of both species have been reduced. An interest-
ing conclusion is made, since it is now suggested that symbiosis regulation
might also impact other soil microbes. Actually, it is necessary to doc-
ument the variability in growth, nutritional kinetics and physiology of
the model used to study the interaction between AM symbiosis and its
environment.

13
Cistus Incanus Root Organs to Study Ectomycorrhizal Fungi

The increasing use of root cultures for the study of AM fungi prompted
a few workers to develop such an approach for the study of ectomycorrhizae
(ECM). In Chapter 13, Coughlan and Piché review the attempts made to
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date to produce ECM on root organs, and they relate the recent success
of their own and other groups in obtaining such mycorrhizae. They were
thus able to obtain Tuber melanosporum ECM formation within 5 days of
inoculation, usingCistus incanus roots.Obviously, this approachopensnew
vistas on the study of ECM. A large number of ECM fungi (e.g. Russula spp.)
cannot be cultivated under axenic conditions – however, root cultures are
likely to make this possible in the near future. This approach will no doubt
permit a better understanding of mutual physiological activities as well
as biochemical exchanges between partners, and facilitate some studies in
molecular biology. The use of bi-compartments will open new possibilities
for the study of interactions with soil components, including physico-
chemical factors as well as soil-borne micro-organisms, both useful and
harmful.

14
Monoxenic Culture of Edible Ectomycorrhizal Fungi

In Chapter 14, Giomaro, Sisti and Zambonelli discuss the problems encoun-
tered in the study of edible ECM, with major emphasis on truffle. Although
their references to root cultures are brief, reading their chapter, with the
idea of using such cultures, suggests a number of promising avenues for re-
search. One of the difficulties encountered in studying species such as Tuber
or Cantharellus spp. is that their biology involves interactions with a large
number of soil bacteria. Root cultures should prove useful in determining
which species are critical for the development of the mycelia as well as fruit
bodies. Understanding signalling, biochemical exchanges, and mutualist
physiology should be improved using this approach. The maintenance and
production of inoculums should also benefit from monoxenic culture.

15
The Unique Geosiphon Symbiosis

Geosiphon pyriformis represents a unique symbiosis between a Glom-
eromycota and nostocs. Schußler and Wolf (Chap. 15) describe the bi-
ology of this fascinating symbiosis. We learn that, in nature, such nostocs
are closely associated with Anthoceros and Blasia, often considered rep-
resentatives of the ancestors of vascular plants. Even if they have been
unsuccessful in obtaining AM structures in vitro between Geosiphon and
Anthoceros, the use of DNA markers suggests that some plant roots as well
as Anthoceros thalli obtained in nature do contain this organism. For those
who want to know more about this strange symbiosis, the authors give a full
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account of the methodologies they developed as well as of experiments they
carried out on the physiological exchanges between partners. They discuss
their phylogeny as well as their possible role in the evolution of AM fungi.
Clearly, this is a story to be followed, and which is likely to shed new lights
on plant symbiosis in general.

16
Should We Consider Root-Inhabiting Sebacinaceae
as Mycorrhizal Fungi?

For several years, a number of papers on Pirimorphospora indica have origi-
nated from an Indian research team. Since this research remained somehow
“captive” within the group, their findings have perhaps not received all the
attention they deserve. Therefore, the group was offered the possibility to
present this problematic in a scientific light. If the impression was given
at the beginning that P. indica is a sort of magic fungus, Prasad, Pham,
Kumari, Singh, Yadav, Sachdev, Garg, Peskan, Hehl, Sherameti, Oelmuller
and Varma (Chap. 16) rather demonstrate its interest, and cover not only
P. indica but more generally all the Sebacinaceae, where other species share
the properties of P. indica. We hope that this presentation will permit the
readers to evaluate the credibility of the claims often made by the authors
and will convince other groups of researchers to evaluate these fungi more
seriously, and to objectively establish their role in the life of plants.

17
Industrial-Scale Monoxenic AM Fungus Production

Of course, the perspective of using monoxenic cultures for the large-scale
production of AM inocula has been in the mind of most scientists inter-
ested in the more applied aspects of mycorrhizas. Such developments have
already taken place in Canada as well as in India. Adholeya, Tiwari and
Singh describe in Chapter 17 how they achieved such an industrial endeav-
our. We would have liked that the authors describe their methodology more
extensively. However, since this is an industrial process, run by the users
on a profit base, we understand that it was not possible for the authors to
totally “open their books”. Still, this is a story not only of the successful
production of AM fungi on root cultures at a large scale, but also of the
success obtained in the field by thousands of farmers, who were willing
to pay for such inocula. If, at present, the number of species that can be
produced by this technology is limited, progress is being made with other
species. The use of genetically transformed roots for this production is
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sometimes discussed within the framework of governmental regulations,
but the fact that hairy roots already exist in nature should make them totally
acceptable, at least with respect to legal aspects.

18
Precise Techniques for Successful Development
of AM Monoxenic Culture

The closing Chapter 18 will be most useful for all those who want to
familiarise themselves with the diverse techniques used to establish, main-
tain and experiment with AM fungi on root organs. Cranenbrouck, Voets,
Bivort, Renard, Strullu and Declerck have combined their expertise to
present a precise and thorough description of methodologies for those
who seek an introduction to the art. In addition, this chapter should prove
useful for all those who have already cultivated AM fungi on root organs,
permitting them to identify pitfalls and alternative methodologies.

19
Conclusion

Obviously, the use of monoxenic cultivation of AM fungi on root culture,
whether genetically modified or not, has become an essential tool for the
study of mycorrhizae and their practical uses. One of the greatest chal-
lenges we are facing is to achieve the monoxenic cultivation of most, if
not all glomalean fungi. This is the sort of challenge being met in molec-
ular biology, when the world scientific community undertakes the total
sequencing of a species’ genome, human or other. The maintenance of
a reliable, rigorously documented bank of isolates is a prerequisite for es-
tablishing the database necessary for the rapid molecular identification of
any given species of glomalean fungi. The availability of precise and rapid
molecular identification of AM fungal species will open a new era for AM
fungal ecology, both in natural and managed ecosystems.

The intraspecific genetic variation of glomalean species is another chal-
lenge which needs to be faced. In monoxenic cultures, different isolates
of Glomus intraradices, under the same set of conditions, produce largely
different numbers of spores, a phenotypic variation very easy to identify.
What we need to know is the genetic basis and extent of this variation, its
source, and the feasibility of using this or other phenotypes experimentally.
Although most of us assume that genetic derivation is likely to occur over
several generations of a glomalean isolate, this remains to be demonstrated.
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Axenic culture of glomalean fungi is often considered as the ultimate
challenge,mainlybecause itwould showthatwehaveunderstood thenature
of the critical biochemical exchanges at the very basis of this ubiquitous
symbiosis.Monoxenic cultureswill undoubtedlybemostuseful inattaining
this goal.

Monoxenic cultures of glomalean species have been used, up to now, to
study only a small part of their biology, but several fundamental aspects
remain to be elucidated. In soils, spores as well as extra-matrical mycelia
are in close contact with physical (e.g. clay), chemical (e.g. humic acids)
and biological (e.g. bacteria) components. These factors are all likely to
influence the development and functioning of AM fungi. We propose that
bacterial biofilm formation is a fundamental and universal phenomenon
in the life of AM fungi living under natural conditions. Such biofilms can
easily be observed in monoxenic culture using bi-compartment dishes.

Ultimately, all advances in our knowledge of monoxenic AM fungi will
be useful for the large-scale production of reliable, microbiologically clean
inocula. This is likely to permit the reduction of production costs, and
make AM fungal inocula as widely available as rhizobia have been for
decades. There is little doubt that a more general use of AM fungal inocula
in agriculture could substantially increase financial support for research on
this fundamental and universal phenomenon in all natural and managed
terrestrial ecosystems.

Among the numerous other subjects which this book could not address is
the use of monoxenic culture in the mass production of in vitro propagated
plants. A need remains for a review of this subject.
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2 The Monoxenic Culture
of Arbuscular Mycorrhizal Fungi
as a Tool for Germplasm Collections
Stéphane Declerck1, Sylvie Séguin2, Yolande Dalpé2

1
Introduction

It is not yet routine to cultivate all arbuscular mycorrhizal (AM) fungi in
vitro on root organs. This is because these fungi are unable to complete
their life cycle in the absence of a suitable host plant, and the mechanisms
underlying the obligatory biotrophy of the fungal partner are so far not
fully understood. Since the mid-1970s, three major breakthroughs have
been accomplished in the field of in vitro cultivation of AM fungi, which
are of paramount importance for culture collections. Mosse and Hepper
(1975) performed the first AM fungi in vitro culture, i.e. a monoxenic
culture. Strullu and Romand (1986) achieved the first subcultivation of an
AM fungus in a system of successive isolations from mycorrhizal roots and
re-associations with various root systems. This step allowed envisioning
the indefinite culture-controlled conservation of AM fungi. Subsequently,
Bécard and Fortin (1988) adapted the Agrobacterium rhizogenes Conn.
transformed root tissue technology to the growth and development of AM
fungi. Combining these findings has opened the route to the cultivation of
various species in nearly all genera, and offers tremendous perspectives for
germplasm collections. In this chapter, we will recall some rules essential
to establish a culture collection, and clearly demonstrate the usefulness of
monoxenic cultures for germplasm collections.

2
Historical Perspective of AM Fungi Culture Collections

A culture collection starts with the acquisition, propagation, characteriza-
tion and maintenance of a single species. Thus, it is tempting to extrapolate
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by saying that there are probably as many collections throughout the world
as there are laboratories working with AM fungi. It is obvious that the over-
whelming number of strains maintained within laboratories and sampled
from various ecosystems help in harnessing the global biodiversity. How-
ever, the potential impact of these circum-world, laboratory-independent
collections of strains is to date largely outweighed by the generally poor
knowledge of the simplest rules to produce and maintain strains. Such
maintenance necessitates strict control measures (e.g. VIPS: viability –
identity – purity – stability), an appropriate infrastructure to maintain
contaminant-free material, and accurate characterization. In reality, the ac-
quisition, propagation, characterization and maintenance of germplasms
of AM fungi in living cultures are far more complicated than commonly as-
sumed, and should follow strict rules or codes of conduct. Two collections
have faced these criteria, and have made formal commitments for the dis-
tribution of quality-controlled, well-identified germplasms for basic and
applied research. These are the International Culture Collection of (Vesic-
ular) Arbuscular Mycorrhizal Fungi (INVAM, http://invam.caf.wvu.edu/)
in the United States, and the International Bank of Glomeromycota (BEG,
http://www.kent.ac.uk/bio/beg/), a collection of glomalean fungi organized
by a network of European laboratories. Both collections share an impor-
tant number of accessions belonging to all the genera, and representative
of numerous ecosystems all over the world. However, and without any pre-
judice to their indubitable importance, these AM fungal collections cannot
strictly guarantee the absence of undesirable microbial contaminants or the
purity of inoculum, simply because AM fungi are maintained in pot cul-
tures – on a living plant, in a soil-based substrate. This annoying situation,
paralleled with the breakthrough of monoxenic cultivation of AM fungal
species in the last decade, has led to the development of The Glomeromy-
cota In Vitro Collection (GINCO; http://www.mbla.ucl.ac.be/ginco-bel/,
http://res2.agr.gc.ca/ecorc/ginco-can) in 2001. GINCO is the first in vitro
culture collection of AM fungi, hosted within two international filamentous
fungi and yeast collections [the Mycothèque de l’Université catholique de
Louvain in Belgium (MUCL, part of the Belgian Co-ordinated Collections
of Micro-organisms, BCCM), and the Canadian Collection of Fungal Cul-
tures in Canada, Canada], registered in the World Federation of Culture
Collections (WFCC). It is not hard to believe that in the coming decade,
sister collections to GINCO will emerge, providing the international com-
munity with increasingly quality-controlled AM fungi. It will be the joint
task of taxonomists and culture collection specialists to pave the way for
correct management, with high quality standards such as the VIPS, of this
new type of biological material provided to the scientific community.
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3
Prerequisite to Include AM Fungi
in Monoxenic Culture Collections

Almost all AM fungi tested up to now have been brought in monoxenic
culture, if one considers the definition of culture as the growth of one or-
ganism of a group of organisms for the purpose of experiments (Kirk et al.
2001). This is, for instance, the caseof Glomus mosseae (Strullu andRomand
1986; Douds 1997), producing mycelia when cultured in association with
a suitable excised host root, but usually failing to produce mature spores.
Only Raman et al. (2001) reported and illustrated the production of a few

Table1.Monoxenic cultures with production of viable mature spores and continuous culture
by subcultivation of arbuscular mycorrhizal fungia

Species Production Continuous References
of viable culture by sub-
mature cultivation
spores

Acaulospora rehmii Yes No Dalpé and Declerck (2002)
Gigaspora gigantea Yes No Mosse (1988)
Gigaspora margarita Yes No Miller-Wideman

and Watrud (1984)
Gigaspora rosea Yes No Bécard and Piché (1989)
Scutellospora reticulata Yes Yes de Souza and Declerck

(2003)
Glomus caledonium Yes Yes Karandashov et al. (2000)
Glomus cerebriforme Yes Yes Samson et al. (2000)
Glomus clarum Yes Yes de Souza and Berbara

(1999)
Glomus etunicatum Yes Yes Pawlowska et al. (1999)
Glomus fasciculatum Yes Yes Strullu and Romand

(1986)
Glomus intraradices Yes Yes Strullu and Romand

(1987)
Glomus macrocarpum Yes Yes Declerck et al. (1998)
Glomus mosseae Yes No Raman et al. (2001)
Glomus proliferum Yes Yes Declerck et al. (2000)
Glomus versiforme Yes Yes Diop et al. (1994)

a Data refer to first citation in the literature, with priority to those references in which spore
production has been obtained and subcultures have been achieved, followed by references
in which only culture has been achieved. The data include only cultures with clear reference
to new, mature spore production



20 S. Declerck, S. Séguin, and Y. Dalpé

spores of this widely used species. Therefore, such material is in practice
unusable in a culture collection for distribution purposes. A first prereq-
uisite is therefore the capacity of the fungi to complete its life cycle with
the production of sufficient spores and intraradical structures character-
istic of the genera considered. Considering this rule, and strictly referring
to published papers only, 15 species have so far been cultured with suc-
cess under monoxenic conditions (Table 1), with the production of mature
spores. It should be noted that species such as G. constrictum (Mathur
and Vyas 1999) and G. deserticola (Mathur and Vyas 1995) were reported
to produce extraradical mycelia and intraradical vesicles and arbuscules
when associated with Ziziphus mauritiana in vitro-raised plants, but no
text reference was made to spore production, and therefore these species
are not considered in Table 1. Production of spores in the first generation
does not preclude the capacity of the fungus to be maintained constantly
under monoxenic culture. Indeed, numerous species monoxenically cul-
tured failed to be subcultivated under the same growth conditions over
several generations, requesting re-sampling of the pot culture inoculum
to re-establish a monoxenic culture. Such regular solicitation of in vivo
material increases the risk of culturing an AM fungal contaminant species.
The second prerequisite is therefore the capacity of the fungal material
produced monoxenically to be subcultured, i.e. cultured continuously (see
Chap. 1 for definition) under the same monoxenic conditions favouring
multiplication of material, necessary for the distribution and durability of
the strain. Following this rule, only ten species have been published with
reference to subcultivation, and most are Glomus species producing rather
small spores and an important intraradical phase, i.e. vesicles. In sum-
mary, strictly referring to published papers, 8.3% of the approximate 180
described species have been monoxenically cultured, and 5.5% have been
maintained over several generations.

4
Culture Properties:
Viability – Identity – Purity – Stability (VIPS)
“The purpose of a collection is to maintain biological material in a viable
and stable state, retaining all original properties” – with these words, Smith
and Onions (1994) stressed the necessity for a collection to guarantee the
viability of pure, identified strains over long generations, without loss of
intrinsic properties.

Viability should be confirmed by growing the AM fungi on the cor-
rect medium and host. In the case of monoxenic cultures, two commonly
used media are the modified Strullu-Romand (MSR) medium (Declerck
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et al. 1998, modified from Strullu and Romand 1986) and the M medium
(Bécard and Fortin 1988). Hosts roots are from excised, transformed or
non-transformed roots of carrots (Daucus carota L.), tomato (Lycopersicon
esculentum L.), white clover (Trifolium repens L.), barrel clover (Medicago
truncatula Gaertn.) and some other mycotrophic plants (Bago and Cano,
Chap. 7). The assessment of strain viability can be performed through spore
germination tests or colonized root sub-cultivation, done either before or
after apreservationperiod.Growthdynamics,myceliumorganization, level
of sporulation, and percent of root colonization are all data used to eval-
uate viability performance and the maintenance of the strain mycorrhizal
potential through generations of sub-cultivation.

The identity of AM fungi has been based for decades almost entirely on
spore morphology from material directly sampled from substrate or soils.
Incomplete descriptions related to the quality of the material, i.e. punctual
harvesting, the absence of spore wall layers or subtending hyphae (Fortin
et al. 2002), the absence of living cultures of type specimens, the lack of
data on spore ontogeny, together with the restriction to morphological
tools, have made species identification a challenge for taxonomists. The
accessibility to monoxenic cultures has renewed interest in taxonomy by
opening the possibility of efficiently integrating multiple tools such as ul-
trastructure, molecular biology, biochemistry, mycelium architecture and
spore dynamics into the traditional species description (Declerck et al.
2000; de Souza and Declerck 2003). With the current limitation of morpho-
logical spore features able to sustain morphological characterization of AM
fungi isolates, the combination of cultural with molecular and biochem-
ical characteristics may yield taxonomically valuable tools, once proven
to be stable, and heritable through generations and growing conditions.
Indeed, the major advantage of monoxenic cultures lies in the standard-
isation of growing conditions and, as such, helps to distinguish heritable
from acquired characters.

The purity of AM fungal strains can be ascertained by establishing the
monoxenic culture from a single spore (Declerck et al. 1998, 2004) or a sin-
gle isolated vesicle (Strullu and Romand 1987; Declerck et al. 1998). Such
propagules permit to obtain a fungal colony representing a unique organ-
ism, deprived from any other living contaminant. Purity then refers to
“contaminant-free monospecies fungal culture”. In the case of mycorrhizal
root fragments containing multiple vesicles, it is suggested to establish the
culture with the mycorrhizal root fragment and to sub-culture with a sin-
gle propagule. In this case, the purity of the culture will be the first spore
daughter generation. Even though monosporal cultures are established,
spore wall-encysted bacteria and non-AM fungi propagules, resistant to
surface sterilization procedures or intraspore micro-inhabitants, may re-
main dormant during subcultivation processes. Their presence may then
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considerably alter molecular analyses, and be expressed through aberrant
mycelial development. However, once bacteria dormancy is raised, antibi-
otic treatments usually allow complete decontamination and the recovery
of contaminant-free monoxenic cultures. With fungal contaminants, such
decontamination cannot be achieved as easily because of the usually detri-
mental effect of fungicides on AM fungi.

The stability of fungi is an important factor, particularly for the agro-
environmental important group of AM fungi, which guarantees preserva-
tion of all the symbiotic fungal properties. Continuous culture through
subcultivation may allow the organism to adapt to laboratory conditions,
while danger of variation – loss of some physiological or morphological
characteristics – cannot be discarded as reported by Smith and Onions
(1994) with several fungi belonging to all taxa. With the current knowl-
edge and experience linked to AM fungi monoxenic cultures, a severe
decrease in infectivity through culture generations has been registered
with Acaulospora and Gigaspora species. Indeed, no successful continuous
culture over several generations has been reported, neither with A. rehmii
(Dalpé and Declerck 2002) nor with Gigaspora species, mentioned only as
difficult to achieve (Fortin et al. 2002). Subcultivation has been shown suc-
cessfully with Scutellospora reticulata (de Souza and Declerck 2003). The
situation with Glomus strains is more controversial. While G. intraradices,
strain DAOM 181602, has been maintained under monoxenic culture since
1992 (Chabot et al. 1992), with no discernable loss of infectivity, colonies
of a strain of G. versiforme showed a decrease in infectivity through gen-
erations (Plenchette et al. 1996). For other Glomus AM fungal species,
especially with large-spore species strains, a decrease in vitality (lower
sporulation and root colonization rates, and reduced extraradical mycelia)
has been detected, resulting in the gradual decline in strain viability. The
revitalization potential of a 7–14 day cold treatment for G. intraradices,
as proposed by Juge et al. (2002), may be promising but remains to be
demonstrated in other species.

Strictly speaking, stability can only be ascertained by long-term preser-
vation processes, where the metabolism of the AM fungi is halted to avoid
any subsequent alteration of properties. Preservation methods such as cry-
opreservation are discussed below.

5
Long-Term Conservation

“Preservation techniques range from continuous growth through methods
that reduce rates of metabolism to the ideal situation where metabolism is
halted” (Smith and Onions 1994). Procedures to preserve and store fungi
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have been reviewed by Smith and Onions (1994), and can be split into
three groups: (1) the continuous growth method and methods which delay
the need for subcultivation, such as storage on the growth medium in the
refrigerator, freezer, under oil or water, (2) drying by air or with silica
gel and freeze-drying, and (3) suspension of metabolism, which means
reduction of available water in the cells by dehydration (freeze-drying) or
freezing (cryopreservation) at low temperature or in liquid nitrogen, so
that metabolism is halted. It is obvious that subcultivation is the common
method to maintain AM fungi monoxenically (Plenchette et al. 1996; Strullu
et al. 1997; Declerck et al. 1998). However, this method is laborious, time-
consuming and difficult or even unreported for some species. Moreover,
the impact on genetic stability through generations is unknown. Therefore,
a method for long-term storage appears essential.

The first group of methods to delay subcultivation consists in the stor-
age of the culture on the growth medium in the refrigerator, freezer, un-
der oil or water. At INVAM, most accessions grown since 1990 are stored
at 4 ◦C. According to this collection, the duration of storage varies con-
siderably between genus, and within genera between species (for details,
refer to http://invam.caf.wvu.edu/methods/storage/frigeration.htm). Like-
wise, strains produced in vitro could be stored in the form of plugs of gel
bearing numerous spores, and the mycelia incubated in a saline solution or
distilled water at 4 ◦C for several months. With G. intraradices, 100% sur-
vival was registeredwith plugsof gel maintainedup to 3 years at 4 ◦C (Dalpé,
pers. comm.). This method appears less efficient with species producing
few spores, and has never been tested with genera other than Glomus.

The second group of methods, consisting of drying and freeze-drying,
has been poorly investigated, with material produced either in vivo or
in vitro. L-drying (Tommerup 1988) and single-stage lyophilization were
showneffective for someAMfungi (Dalpé1987) frompot culture.N2 drying
was further tested on alginate beads containing spores of G. intraradices
produced in vitro (Declerck et al. 1997). In the latter case, 80–100% of the
treated beads remained infective (as measured by the percent of potentially
infective beads, PIB; Declerck et al. 1996), the relative water content being
clearly involved in viability maintenance.

The third group of methods consists of freeze-drying and cryopreser-
vation, resulting in the suspension of metabolism. At INVAM, Douds and
Schenck (1990) observed that slow drying of pot culture soil followed by
freezing the spores in situ was satisfactory for cryoprotection and cryop-
reservation at −60 to −70 ◦C for several AM fungi. They further demon-
strated that spores of G. margarita isolated from pot culture soil had a cer-
tain measure of freeze damage protection at −60 to −70 ◦C when incubated
2 days in trehalose 0.5 M, 0.75 M or 1.0 M. Kuszala et al. (2001) tested
the survival of 20 glomalean isolates belonging to 16 species in 4 gen-
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Fig.1. Schematic view of the entrapment (A) and cryopreservation (B) processes. A Starting
from a monoxenic culture, spores are successively isolated with forceps, after solubilization
of the growth medium (1), poured in a 20 g l−1 sodium alginate solution (2), and dropped
in a 0.1 M CaCl2 solution for polymerization (3). After the entrapment of spores, the beads
are removed from the CaCl2 solution, stored overnight at 15 ◦C and cryopreserved. B Beads
are successively incubated at 4 ◦C in the cryoprotectant (4), transferred to cryotubes (5),
and cold-treated (6) following a two-step decrease from ambient to final preservation
temperature. Beads are stored at this temperature for 3 h (7), and thereafter retrieved by fast
thawing in warm water (8). The beads are then incubated on the MSR medium, and those
showing spore germination are re-associated with a transformed carrot root (9) to start
a new monoxenic culture. (Declerck and Angelo-Van Coppenolle 2000, with permission of
New Phytologist)
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era (Glomus, Acaulospora, Gigaspora and Scutellospora) under different
storage conditions (room temperature, +18–24, +4, −18 and −80 ◦C, in
liquid nitrogen) for the conservation of their germplasm. They observed
that sporulation was effective for all isolates stored at all temperatures.
Therefore, both proposed methods guaranteed a backup reserve and an
alternative supply source to start cultures, which can be applied to a wide
range of isolates. These results were also extended to monoxenically cul-
tured strains. In 1998, Addy et al. (1998) demonstrated that the extraradical
hyphae of G. intraradices produced monoxenically were able to survive at
−12 ◦C when slowly cooled prior to freezing. In 2000, Declerck and Angelo-
Van Coppenolle (2000) succeeded in the cryopreservation of monoxenically
produced spores of G. intraradices (Fig. 1) by adapting the shoot tip, al-
ginate bead entrapment system (Niino and Sakae 1992; Chandler 1994) to
G. intraradices. The use of cryoprotectant followed by slow (to −4 ◦C) and
fast (to −100 ◦C) freezing steps allowed 100% germination rate and mycor-
rhizal establishment. This demonstrates the ability of the entrapped spores
to reproduce the fungal life cycle after cold treatment. Although the latter
method was shown to be promising, further studies are necessary to include
data on long-duration cryopreservation periods, i.e. allowing permanence
of living cultures without morphological or physiological changes. In ad-
dition, such methods as well as derivatives thereof should be extended to
other strains from all genera, with scrupulous attention to the strains which
fail to be subcultured over several generations (Table 1), or those with low
sporulation levels.

6
StrengthsandWeaknessesofMonoxenicCultureCollections

Taking into consideration the two prerequisites, the VIPS control measures
and the potential of propagules to be preserved for long periods, monox-
enic cultures evidently gain in strength and will become an absolute must
for germplasm collections in the near future. Nevertheless, the current
development of this technology still faces some major problems, which
must first be overcome. Table 2 summarizes the strength and weaknesses
of monoxenic versus in vivo culture collections.

Pot cultures present the advantage of being usable, with some excep-
tions, for the vast majority of species from all genera with production of
spores and potential for subcultivation. For instance, the species diversity
in INVAM is considerable, with nearly 70 species described and 45 still
to be described. Similarly, the BEG has over 200 isolates, representing
nearly 50 species. By contrast, monoxenic cultures (if one refers uniquely
to published papers and following the rules addressed above) represent



26 S. Declerck, S. Séguin, and Y. Dalpé

Table 2. Strengths and weaknesses of monoxenic versus in vivo AM fungi germplasm
collections

Pot culture Monoxenic culture

Strength Weakness Strength Weakness

Prerequisite
Life cycle Most strains Time and space Increasing Numerous
completion consuming– amount of strains with

destructive species and few spores
sampling non-destructive

observation

Sub-cultivation Most strains Time and space Time and space Some strains
maintenance consuming– saving, and resistant to

destructive non-destructive subculturing
sampling observation

VIPS

Viability Numerous Requires Easy to Low sporul-
(germination strains substrate assess ation level for
potential) maintained sampling some strains

Identity Classical tools Limited array Multidis- None
comparable to of descriptive ciplinary
literature tools approach

Purity None Not guaranteed High None

Stability Relatively Space and time Same growth Sub-cultiva-
easy to consuming conditions tion may de-
maintain throughout crease infec-

generation tivity and
effectiveness

Long-term Demonstrated High risks of Feasible Investigated
preservation for various contaminants for one

species and published
genera species

only 15 species, among which only 5.5% – compared to the 180 species
recorded – are actually known to be adapted for continuous culture by
subcultivation. This low number, however, is counterbalanced by a consid-
erably higher number of unpublished or even unidentified species, as well
as by the improvement of cultivations techniques this last decade, which
promises to increase the number of species further. The reduced time and
space required for the maintenance of monoxenic cultures, once they are in
vitro, offer an indubitable advantage over pot cultures. We calculated that
a simple, dark growth chamber with a volume of 2 m3 would be enough to
maintain five replicates, i.e. five Petri plates, of all the 180 known species,
while a surface of approx. 100 m2 would be necessary for the same amount
of in vivo cultures. In addition, once in culture, monoxenic species need no
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manipulation and should be processed only once a year for subcultivation,
while the host plant under in vivo conditions needs regular feeding with
water and nutrients, and cleaning and managing against parasites, with
a high risk of cross-contamination.

Once the AM fungi have been shown to be cultivable and subcultivable
over several generations, thus adapted to enter a culture collection, se-
vere quality measures should be applied. This total quality management of
a strain is summarized in four properties, which are (1) viability, (2) iden-
tity, (3) purity and (4) stability. In vivo culturing offers strong material for
viability assessment and for decades has been the preferred material for the
identification of species. However, the below-ground and obligate nature of
AM fungi has often restricted identification tools to classical morphology.
Techniques such as sequencing of SSU and LSU genes, although promising
and powerful, have often resulted in misinterpretation, due to the difficulty
of excluding the presence of fungal contaminants. As a result, a number
of misleading AM fungal sequences have been obtained, some clustering
outside the glomeromycotan taxon (Redecker et al. 1999; Hijri et al. 2002).
Other techniques such as fatty acid and sterol profiles, although inconclu-
sive for identification at the species level, are seldom adopted, because of
microbial contaminants. In addition, the extraradical mycelium architec-
ture, and sporulation dynamics may represent additional tools for complete
description of AM fungi, but these are difficult to use with in vivo cultures.
The monoxenic culture offers unique material for multiple descriptive ap-
proaches, as demonstrated for G. proliferum (Declerck et al. 2000). This
material is highly suitable for assessments of morphology, ultrastructure
and spore ontogeny. The absence of undesirable micro-organisms makes
this material ideal for molecular as well as biochemical analyses. Finally, the
possibility of non-destructively following the fungal life cycle helps to add
new tools based on mycelium development and architecture and sporu-
lation processes. A major weakness of in vivo cultures lies in the purity
of the strains, which is difficult to guarantee. Cultures need to be started
with mono-propagules and purity assessed at regular intervals, since AM
fungal contaminants may appear transported through the air, or from in-
sects, watering, pot sampling, or simply daily management. In addition, pot
cultures are always contaminated with bacteria and frequently with sapro-
phytic fungi, which reduces the level of purity of these cultures. As long
as cultures are started with a disinfected, contaminant-free single spore
or vesicle, the purity of monoxenic cultures is almost guaranteed. Con-
taminants may sometimes appear but are easily detectable on the gelled
medium, and these cultures can be withdrawn. The stability, i.e. the preser-
vation of all symbiotic fungal properties, is difficult to maintain in vivo
as well as with monoxenic cultures, once the organism is transposed to
growth conditions which differ from the natural situation where it evolved.
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Moreover, different AM fungal strains appear to vary considerably in their
stability from generation to generation, as is the case with G. intraradices
(Chabot et al. 1992) and G. versiforme (Plenchette et al. 1996). Such results
shouldbeconsideredwith thehighestvigilance,however, sinceno thorough
investigation was conducted on other strains cultured under monoxenic
conditions and, in both cases, no analysis on genetic stability has ever been
done with successive generations. The only reliable method to preserve,
almost with certainty, the original properties is the long-term preservation
using systems which halt the metabolism. This aspect needs strong im-
provement for AM fungi cultured monoxenically. Cryopreservation, nowa-
days themost reliableway tomaintain speciesover longperiods, is routinely
applied at INVAM, while for monoxenic cultures it has been reported suc-
cessful for only one species producing high numbers of spores (Declerck
and Angelo-Van Coppenolle 2000). Long-term preservation using blocks of
gel stored at 4 ◦C or regular subcultures is nowadays the common method
used in GINCO. Thus, research efforts oriented towards simple and reliable
methodologies to cryopreserve monoxenic-maintained AM fungal strains
are necessary to implement in vitro germplasm collection plans.

7
Conclusion

Germplasm collections, whichever micro-organism is concerned, are an
indisputable means to preserve biodiversity, and to improve knowledge on
organism properties which may be of direct importance for human beings,
as well as for the general welfare of humanity. AM fungi are a particular
group of soil micro-organisms which cannot be cultured in the absence of
a suitable host. Therefore, germplasm collections are often based on pot
cultures, which have shown their importance for decades. The emergence of
monoxenic cultures and the increase in cultured strains offer a unique op-
portunity to enter AM fungi into a new era of quality management, partic-
ularly adapted to germplasm collections. The reader should be convinced,
as we are, that in vivo and monoxenic culture collections are essential and
share, as they function today, complementary properties which should be
exploited in the sense of preservation, management and investigation of
this important group of soil fungi. Therefore, whichever type of collection is
solicited, we plead for the international community to register their strains,
and to refer to species located in a collection with a clear number identifi-
cation, this to facilitate tracing in experimental studies and the compilation
of information linked to each species used. Only by working along these
lines will the international community benefit from teams dedicated to the
preservation of biodiversity of this prominent group of micro-organisms.



The Monoxenic Culture of Arbuscular Mycorrhizal Fungi 29

References
Addy HD, Boswell EP, Koide RT (1998) Low temperature acclimation and freezing resistance

of extraradical VA mycorrhizal hyphae. Mycol Res 102:582–586
Bécard G, Fortin JA (1988) Early events of vesicular-arbuscular mycorrhiza formation in Ri

T-DNA transformed roots. New Phytol 108:211–218
Bécard G, Piché Y (1989) New aspects on the acquisition of biotrophic status by a vesicular-

arbuscular mycorrhizal fungus, Gigaspora margarita. New Phytol 112:77–83
Chabot S, Bécard G, Piché Y (1992) Life cycle of Glomus intraradix in root organ culture.

Mycologia 84:315–321
Chandler D (1994) Cryopreservation of fungal spores using porous beads. Mycol Res 98:525–

526
Dalpé Y (1987) Spore viability of some Endogonaceae submitted to a single stage lyophili-

sation. In: Sylvia DM, Hung LL, Graham JH (eds) Proc 7th North Americal Conf Mycor-
rhiza, Gainsville, Florida, p 279

Dalpé Y, Declerck S (2002) Development of Acaulospora rehmii spore and hyphal swellings
under root-organ culture. Mycologia 94:850–855

Declerck S, Angelo-Van Coppenolle (2000) Cryopreservation of entrapped monoxenically
produced spores of an arbuscular mycorrhizal fungus. New Phytol 148:169–176

Declerck S, Strullu DG, Plenchette C, Guillemette T (1996) Entrapment of in vitro produced
spores of Glomus versiforme in alginate beads: in vitro and in vivo inoculum potentials.
J Biotechnol 48:51–57

Declerck S, Bottu P, Ouwerx C, Mestdagh M, Corbisier-Colson AM, Delvaux B (1997) Short
termcoldstorageandN2dryingof invitroproducedsporesofanarbuscularmycorrhizal
fungi entrapped inalginatebeads. InternationalworkshoponbioencapsulationVI: from
fundamental to industrial applications. Universitat Autonoma de Barcelona, Spain

Declerck S, Strullu DG, Plenchette C (1998) Monoxenic culture of the intraradical forms of
Glomus sp. isolated from a tropical ecosystem: a proposed methodology for germplasm
collection. Mycologia 90:579–585

Declerck S, Cranenbrouck S, Dalpé Y, Séguin S, Grandmougin-Ferjani A, Fontaine J, San-
cholle M (2000) Glomus proliferum sp. nov.: a description based on morphological,
biochemical, molecular and monoxenic cultivation data. Mycologia 92:1178–1187

Declerck S, Bivort C, D’Or D, de Souza FA (2004) Development of extraradical mycelium
of Scutellospora reticulata under root-organ culture: spore production and function of
auxiliary cells. Mycol Res 108:84–92

de Souza FA, Berbara RLL (1999) Ontogeny of Glomus clarum in Ri T-DNA transformed
roots. Mycologia 91:343–350

de Souza FA, Declerck S (2003) Mycelium development and architecture, and spore pro-
duction of Scutellospora reticulata in monoxenic culture with Ri T-DNA transformed
carrot roots. Mycologia 95:1004–1012

Diop TA, Plenchette C, Strullu DG (1994) Dual axenic culture of sheared-root inocula of
vesicular-arbuscular mycorrhizal fungi associated with tomato roots. Mycorrhiza 5:17–
22

Douds DD (1997) A procedure for the establishment of Glomus mosseae in dual culture with
Ri T-DNA-transformed carrot roots. Mycorrhiza 7:57–61

Douds DD, Schenck NC (1990) Cryopreservation of spores of vesicular-arbuscular mycor-
rhizal fungi. New Phytol 115:667–674

Fortin JA, Bécard G, Declerck S, Dalpé Y, St Arnaud M, Coughlan AP, Piché Y (2002)
Arbuscular mycorrhiza on root-organ cultures. Can J Bot 80:1–20

Hijri M, Redecker D, Petetot JAMC, Voigt K, Wostemeyer J, Sanders (2002) Identification
and isolation of two ascomycete fungi from spores of the arbuscular mycorrhizal fungus
Scutellospora castanea. Appl Environ Microbiol 68:4567–4573



30 S. Declerck, S. Séguin, and Y. Dalpé

Juge C, Samson J, Bastien C, Vierheilig H, Coughlan A, Piché Y (2002) Breaking dormancy in
spores of the arbuscular mycorrhizal fungus Glomus intraradices: a critical cold-storage
period. Mycorrhiza 12:37–42

Karandashov V, Kuzovkina I, Hawkins HJ, George E (2000) Growth and sporulation of the
arbuscular mycorrhizal fungus Glomus caledonium in dual culture with transformed
carrot roots. Mycorrhiza 10:23–28

Kirk PM, Cannon PF, David JC, Stalpers JA (2001) Ainsworth & Bisby’s dictionary of the
fungi, 9th edn. CABI Bioscience UK Centre, Egham

Kuszala C, Gianinazzi S, Gianinazzi-Pearson V (2001) Storage conditions for the long-term
survival of AM fungal propagules in wet sieved soil fractions. Symbiosis 30:287–299

Mathur N, Vyas A (1995) In vitro production of Glomus deserticolain association with
Ziziphus nummularia. Plant Cell Rep 14:735–737

Mathur N, Vyas A (1999) Improved biomass production, nutrient uptake and establishment
of in vitro raised Ziziphus mauritiana by VA mycorrhiza. J Plant Physiol 155:129–132

Miller-WidemanMA,WaltrudLS(1984)SporulationofGigasporamargaritaonrootcultures
of tomato. Can J. Microbiol 30:642–646

Mosse B (1988) Some studies relating to “independent” growth of vesicular-arbuscular
endophytes. Can J Bot 66:2533–2540

Mosse B, Hepper C (1975) Vesicular arbuscular mycorhizal infections in root organ cultures.
Physiol Plant Pathol 5:215–223

Niino T, Sakai A (1992) Cryopreservation of alginate-coated in vitro-grown shoot tips of
apple, pear and mulberry. Plant Sci 87:199–206

Pawlowska TE, Douds DD, Charvat I (1999) In vitro propagation and life cycle of the
arbuscular mycorrhizal fungus Glomus etunicatum. Mycol Res 103:1549–1556

Plenchette C, Declerck S, Diop TA, Strullu DG (1996) Infectivity of monoaxenic subcultures
of the arbuscular mycorrhizal fungus Glomus versiforme associated with Ri T-DNA
transformed carrot root. Appl Microbiol Biotechnol 46:545–548

Raman N, Sahadevan C, Srinivaan V (2001) Growth of AM fungi on in vitro root organ
culture of Sorghum vulgare and Saccharum officinarum. Indian J Exp Biol 39:1293–1298

Redecker D, Hijri M, Dulieu H, Sanders IR (1999) Phylogenetic analysis of a dataset of
fungal 5.8S rDNA sequences shows that highly divergent copies of internal transcribed
spacers reported from Scutellospora castanea are of ascomycete origin. Fungal Genet
Biol 28:238–244

Samson J, Dalpé Y, Piché Y (2000) Isolement in vitro de deux nouvelles souches de Glomus
en co-culture avec des racines de carotte transformées. Coll Mycorhizes 2000, Rivière-
du-Loup, Québec

Smith D, Onions AHS (1994) The preservation and maintenance of living fungi. CAB
International, Oxon, UK

Strullu DG, Romand C (1986) Méthodes d’obtention d’endomycorrhizes B vésicules et
arbuscules en conditions axéniques. C R Acad Sci Paris 303:245–250

Strullu DG, Romand C (1987) Culture axénique de vésicules isolées à partir d’endomy-
corhizes et ré-association in vitro à des racines de tomate. C R Acad Sci Paris 305:15–19

Strullu DG, Diop TA, Plenchette C (1997) Réalisation de collections in vitro de Glomus in-
traradices (Schenck et Smith) et de Glomus versiforme (Karsten et Berch) et proposition
d’un cycle de développement. C R Acad Sci Paris 320:41–47

Tommerup IC (1988) Long-term preservation by L-drying and storage of vesicular arbus-
cular mycorrhizal fungi. Trans Br Mycol Soc 90:585–591
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as a Tool for Systematics and Biodiversity
Yolande Dalpé1, Sylvie Cranenbrouck2, Sylvie Séguin1,

Stéphane Declerck3

1
Introduction

Arbuscular mycorrhizal (AM) fungi systematics and biodiversity studies
are amongst areas triggered by the monoxenic culture of AM fungi. The
diagram in Fig. 1 schematises the interactions between systematics and bio-
diversity studies where monoxenic culture can support research advances,
from fundamental taxonomy to field application.

During the last decade, an increasing number of strains and species
have gradually been made available, and monoxenic cultures of AM fungi
have repeatedly demonstrated their suitability for multiple types of in-
vestigations. In terms of systematics, monoxenic cultures provide access to
abundant and high-quality fungal material suitable for taxonomic and evo-
lutionary studies (Fortin et al. 2002). In terms of biodiversity, monoxenic
cultures provide a tool for basic comparative analyses of root populations
and strain potential, long-term propagation capabilities, and fungal adap-
tation to environment. As such, monoxenic culture systems are gradually
emerging as a complementary and indispensable tool to investigate AM
fungi.

The two major objectives of this chapter are to describe the involvement
of AM fungi monoxenic cultures in systematics and biodiversity studies,
and to identify working fields where monoxenic cultures may fill some gaps
which impede the development of a wide array of characterization tools for
classification purposes and functional symbiosis evaluation.
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2
Systematics

2.1
Species and Strain Availability

The monoxenic culture methodology has improved tremendously since the
pioneering investigations of Mosse (1962) in the early 1960s, followed by
several studies in the 1970s and 1980s (Mosse and Hepper 1975; Hepper
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and Mosse 1980; Hepper 1981). For the past two decades, several AM fungal
species were claimed to have been cultivated monoxenically (Fortin et al.
2002), but some did not support spore production and most were not sub-
cultured successfully over long periods. For the unique Glomus intraradices
species, several dozen of strains are maintained under monoxenic cul-
ture, and for dozens of generations. Species having small-diameter, thin-
walled morphotypes, often but not exclusively established in monoxenic
culture using the intraradical phase as inoculum, are usually grown easily in
monoxenic culture and adapted to sub-cultivation. By contrast, large-spore
species such as Glomus mosseae, Glomus caledonium, and Acaulospora and
Scutellospora representatives, habitually established in monoxenic culture
using spores as inoculum, are often shown to gradually lose their colony
vitality and decline after two to three subcultures. This is the case with,
for example, A. rehmii, S. erythropa, G. caledonium, G. mosseae and Gi-
gaspora spp. (Dalpé and Declerck 2002; Trépanier and Dalpé, unpublished
data). Reasons for the difficulty in obtaining long-term maintenance of
most large-spore isolates under monoxenic cultivation remain a matter of
speculation. This may be associated, in the case of A. rehmii, with a re-
duced extraradical hypha (EH) network (Dalpé and Declerck 2002), with
the inappropriateness of nutritional and/or environmental culture condi-
tions, and with the mis-adaptation of those isolates to the excised root
system.

2.2
Fungal Mycelia and Spores

Owing to its inaccessibility, the systematic value of AM fungal colonies
has always lagged behind in situ observation using soil-based cultiva-
tion methodologies. With monoxenic cultures, the in situ and ongoing
micro-scale monitoring of fungal growth can easily be undertaken. Stud-
ies can now be performed on (1) the global mycelium architecture of
fungal colonies, (2) the micro-morphology of elements constituting the
mycelium, (3) the kinetics of development of colonies and of fungal struc-
tures, and (4) the intra- and interspecies comparison of the EH architec-
ture.

The comparative morphology grid of Table 1 shows that AM fungal iso-
lates share a common, general mycelium phenotype with runner hypha
(RH) skeletons, branched hyphae (BH), branched adsorbing structures
(BAS), and vesicle-like structures (VLS), all elements differentiated un-
der a growth continuum with no real, ordered pattern. Major differences
between AM fungal cultures deal with the mycelium architecture, such
as hyphal network density, pattern of ramification, spore abundance, and
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positioning and clustering of spores. Large-spore species usually exhibit
a less dense mycelium and fewer anastomoses. VLS vary, from one isolate to
another, by their size, shape and wall pigmentation. Stunted BAS, together
with typical Paris-type root colonization, characterize G. caledonium iso-
lates (Karandashov et al. 2000).

Spore maturation of monoxenic cultured AM fungi follow similar on-
togeny steps as pot-culture ones. Differences reside essentially in the
clean, contaminant-free quality of monoxenic cultured spores, with abun-
dant fungal material available at precise age and physiological stages. The
monoxenically cultured species comparison of Table 1 shows them read-
ily segregating between large- and small-spore species in terms of their
apical mode of development, their single spore differentiation, and their
low sporulation levels. By contrast, smaller spore species present a variable
growth pattern, mainly with intercalary sympodial spore growth, clustered
spores, and high sporulation levels. With the current limitation of morpho-
logical spore features able to sustain morphological characterization of AM
fungi isolates, such culturing characteristics may become taxonomically
valuable tools once proven to be stable, i.e. heritable through generations
and growing conditions.

The stability of the ontogenetic intercalary spore character, through suc-
cessive subculturing, brought de Souza and Berbara (1999) to suggest that
this feature may represent a divergent group among Glomus species, based
on rDNA 18S categorization. This hypothesis has never been demonstrated,
due mainly to the restricted number of monoxenically cultured isolates in
the Glomus subgroups B proposed by Schüßler et al. (2001). None of the di-
morphic species described have yet been cultivated in monoxenic cultures;
such investigations would help to clarify their taxonomic status. Sporocarp
development under monoxenic culture has been detected with a G. sinuo-
sum isolate, and initiation of peridial hyphae observed with a G. mosseae
isolate (Wu and Dalpé, unpubl. data).

Spore wall morphology of monoxenically differentiated spores does not
differ fundamentally from field-collected ones, apart from the lower mean
spore diameter measured for some AM fungal isolates (Chabot et al. 1992;
Pawlowska et al. 1999). With monoxenic cultures, all elements of spore
wall architecture remain observable throughout maturation, including the
evanescent outer wall, usually absent in soil-propagated AM fungal spores,
due to abrasion and/or digestion by soil micro-organisms. The identifica-
tion performance of AM fungi, using spore morphology and wall anatomy,
has resulted in the accumulation of described species, but simultaneously
in a reduced capability to segregate between species. Identification, quite
difficult to achieve with field-collected spores, is not really simplified with
monoxenic cultures. However, descriptions and tentative identifications
rely on whole colony parameters, with access to spore ontogeny and spore
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maturation data, resulting in a better evaluation of the taxonomic weight
of retained characters.

Monoxenic cultures eliminate constraints induced by abiotic growing
conditions and, as such, help to distinguish heritable from acquired charac-
ters. The comparative analysis of cellular and subcellular changes in colony
architecture, when isolates are submitted to different host roots, would help
to segregate between plant- and fungal-driven characters. However, care
should be taken with the interpretation of such data, because of pheno-
typic and genotypic differences at fungal isolate level (Cranenbrouck et al.
2000). Morphotyping AM fungal colonies may be taxonomically efficient,
but only if host-related behaviour and environmental culture conditions
are uniform.

2.3
Biochemical Studies

The usefulness of the integrated analysis of genotypic and phenotypic
characters has been emphasized for the study of fungal systematics and
evolution within major groups of fungal organisms. The multiplicity of
analysis to which monoxenic cultures can be adapted make such multidis-
ciplinary investigations achievable. AM fungi lipid content may reach up
to 60% of the fungal biomass and, as such, these are considered oleaginous
fungi (Sancholle and Dalpé 1993). Fatty acid profiles were demonstrated
to be stable through successive fungal generations and with different host
partners (Bentivenga and Morton 1994). The ∆-11 hexadecenoic acid (16:1
∆-11), never detected in any fungal organism other than Glomus where
it constitutes 40–80% of total fatty acids, has been considered a potential
qualitative and quantitative indicator of Glomus root colonization (Gas-
par et al. 1997; Jansa et al. 1999) and soil distribution (Olsson 1997).
However, the C16:1 ω5 fatty acid spore content was found to be much
higher in juvenile than in mature spores of G. intraradices (Grandmou-
gin et al. 1996), thus generating mis-interpretation of the spore fatty acid
profile through time. A recent study, which used monoxenic cultures, has
established that the increment of 24-methyl/methylene sterols was an ap-
propriate indicator of AM-colonized transformed roots (Fontaine et al.
2004).

Fatty acid methyl ester (FAME) profiles were investigated in view of de-
veloping tools for species identification (Graham et al. 1995; Bentivenga
and Morton 1996). As for the other fungal taxa investigated, AM fungal
discrepancies in lipid profiles between juvenile and mature spores, and
the variability encountered between isolates of one same species, revealed
such chemotaxonomic approaches valuable in discriminating only at the
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family level. Fungal sterol profiles have rarely been considered as potential
taxonomic tools. AM fungi exhibited a rather stable profile through species
(see Sancholle et al. 2001 for a review). Cholesterol, 24-ethylcholesterol,
24-methylcholesterol constitute the primary sterols of AM fungal spores,
but variable levels at the isolate level are not supportive of any taxo-
nomic distinction. The 24-ethyl and methylcholesterol AM fungal profile,
together with the demonstrated absence of ergosterol, supported the grad-
ually adopted position of AM fungi as a primitive order of Zygomycetes
(Grandmougin et al. 1999), and is well served by their separation from
Zygomycota and placement in the phylum Glomeromycota (Schüßler et al.
2001).

It has been recently proposed that protein profiles of AM fungi may
constitute an accurate tool to characterize species, as this did appear sta-
ble through successive fungal generations of a single isolate, and between
isolates of different geographic origins and storage conditions (Avio and
Giovannetti 1998; Xavier et al. 2000; Giovannetti et al. 2003). To date,
this promising protein fingerprinting tool has been investigated only with
soil-based propagated material. Although proteins are considered a use-
ful tool in discriminating between isolates and/or species, their profiles
vary considerably during life cycle stages (Avio and Giovannetti 1998).
Investigations performed on monoxenically propagated AM fungi would
allow to follow the chronology of protein profiles through stages of fun-
gal development, and to confirm the potential value of protein profiles as
a stable complementary tool to morphological and phylogenetic studies.
Similarly, species-specific isozymes have been found to be potentially use-
ful to discriminate between AM fungal species, using root-colonized tissues
(Tisserant et al. 1998; Kjoller and Rosendahl 2000). As with lipids, sterols
and proteins, isozyme detection was found to vary according to fungal
isolates and plant physiological status.

2.4
Molecular Studies

Since the early 1990s, molecular studies of AM fungi showed a rapid expan-
sion which had a profound effect on mycorrhiza studies, particularly in the
field of phylogenetic analysis. Molecular techniques based on PCR enable
amplification of nucleic acids using minute amounts of fungal material, as
little as single spores. Trials to adapt PCR-based techniques to AM fungi
detection and identification faced new challenges. The first AM fungi genes
to have been sequenced were the small subunit rRNA gene (SSU) and the
rDNA comprising ITS1, 5.8S and ITS2 positioned between the 18S and 28S
regions.
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The SSU and ITS were targeted for most phylogenetic analyses (Si-
mon et al. 1993; Lloyd-MacGilp et al. 1996; Redecker et al. 1997). Specific
primers were designed from the sequence data of SSU and ITS genes, en-
abling detection and identification of AM fungi species from spores and
colonized root material (Sanders et al. 1996). Other taxonomic DNA-based
approaches were the random amplification of polymorphic DNA (RAPD)
analyses with the development of species-specific primer pairs (Lanfranco
et al. 1995; Abbas et al. 1996). Detection of AM fungi from soil, includ-
ing genetic variations, was also performed with amplified fragment length
polymorphism (AFLP; Rosendahl and Taylor 1997; Koch et al. 2004), and
microsatellite PCR (Douhan and Rizzo 2003 ). Most of these experiments
were conducted with AM fungi DNA originating from pot cultures, with the
consequent high risk of contaminant sequences and mis-interpretations of
phylogenetic trees (Schüßler et al. 2003).

With the advent of monoxenic cultures of AM fungi, the availability of
successive generations of contaminant-free material generated diversified
and strengthened molecular studies. For example, Corradi et al. (2004),
studying the monophyly of β-tubulin and H+-ATP gene with AM fungi
monoxenic cultures, described two β-tubulin and one H+-ATP genes re-
spectively, in contrast to previous investigations, in which three β-tubulin
(Rhodyet al. 2003) andfiveH+-ATPgenes (Ferrol et al. 2000)were recorded.
Corradi and coworkers argued that the additional forms of β-tubulin and
H+-ATP genes most likely originated from contaminants.

Recently, the SSU and LSU relationships between four G. intraradices
isolates and five G. intraradices-like isolates cultured monoxenically have
been studied by Cranenbrouck et al. (unpubl. data). The results of the SSU
sequencing showed a high intraspecific variation in the LSU, as previously
described for other Glomus species from pot culture (Clapp et al. 2001),
but all the strain sequences formed a homogeneous group, including the
G. intraradices sequence. These data gave the same arrangement as the SSU
data in which all studied strains clustered together with a G. intraradices
and a Glomus fasciculatum sequence belonging to the Glomeraceae group
A as defined by Schüßler et al. (2001). No sequence was found outside the
Glomeraceae group A. This demonstrates the indisputable benefit of us-
ing monoxenically cultured species. To date, this is the only system which
offers long-term maintenance of the fungi, under strict controlled con-
ditions, without contamination and which permits comparative analysis
of morphological, phenotypic, biochemical and molecular studies of one
same isolate (Declerck et al. 2000; Koch et al. 2004). However, in phyloge-
netic studies where it is important to compare a large number of different
species, it is important to increase thediversity ofAMfungi species cultured
monoxenically.
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From a taxonomic point of view, it is imperative to crosscheck species
characteristics of monoxenic and pot-culture systems, as fungal char-
acteristics may result from environmental adaptation, leading to mis-
interpretation of fungal identity. With this view, very few specific primers
forAMfungidetectionand identificationhavebeendevelopedwithmonox-
enic culture. Filion et al. (2003) and Alkan et al. (2004) developed, for
example, PCR primers which allow to detect and quantify the fungus G. in-
traradices in soil using the powerful technique of real-time PCR.

3
Biodiversity
The monoxenic cultivation system may, at first glance, not be considered an
efficient biodiversity working tool in soil ecosystems. Ondue reflection, this
system may be eminently useful and provide considerable support to biodi-
versity studies by (1) improving trapping procedures of root-inhabiting AM
fungi, (2) providing comparative analysis of AM fungi micro-morphology,
and (3) evaluating isolate functional diversity relative to mycorrhizal po-
tential and interactions with the environment. Such a multidisciplinary
research tool fits quite well with the claimed usefulness of combining
multiple methodologies to help unravel the complexity of diversity stud-
ies.

3.1
Trapping of Isolates

Soil AM fungi inventories revealed a surprisingly diverse community, as up
to 37 AM fungi morphotypes were trapped from an old, abandoned field
by Bever et al. (2001), and 24 AM fungi phylotypes were recovered from
roots of two plant species from a grassland ecosystem by Vandenkoorn-
huyse et al. (2002). Up to three AM fungal isolates of different morpho-
types were cultivated monoxenically from 4–5 mm long root segments
taken from a single field-collected plant. Roots of the same origin, once
pot-cultured, generated quite similar numbers of fungal isolates but not al-
ways representing the same morphotypes (Dalpé and Séguin, unpublished
data). Such comparisons revealed the complementary role of monoxenic
cultures over pot to trap AM fungi, one major advantage residing in the
much reduced time lapse required to obtain monoxenic AM fungal cul-
tures, with enough clean fungal material to perform reliable biochemical
and molecular analyses. Unfortunately, not all root-inhabiting AM fungi
are easily established in monoxenic culture and, as for pot-culture propa-
gated fungi, not all AM fungal isolates survive to successive subculturing.
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This is the case with several Acaulosporaceae and Gigasporaceae species
isolates (Dalpé and Declerck 2002; de Souza and Declerck 2003) as well
as with some large-spore species of the Glomus genus. There is in that
area a tremendous need to improve cultivation methodologies, notably in
developing specific growth media capable of long-term maintenance of
cultures.

In terms of AM fungal population studies, there is probably no single
case where a full inventory of soil diversity has been achieved. Nonethe-
less, because of the many advantages attached to AM fungal trapping with
monoxenic cultures – amongst others, a constant availability of clean fungal
material, an excellent suitability for biochemical and molecular investiga-
tions, and a reliable and affordable methodology whose practice requires
only basic laboratory equipment – this technology should indeed be seri-
ously considered when biodiversity studies are planned.

3.2
Micro-Morphology

Mycorrhizal associations are recognized as regulators of the structure and
functioning of plant communities (Klironomos et al. 2000). Therefore,
knowledge of factors influencing AM fungi behaviour gains importance
for understanding taxonomic and functional diversities of whole ecosys-
tems. The establishment of AM fungal colonies under monoxenic condi-
tions probably constitutes the simplest working system available for micro-
morphology in situ studies, where a one-to-one organism interaction can
be scrutinized. Of course, the monoxenic system would never allow large-
scale investigationswith intensive surveysandevaluationof elementswhich
regulate ecosystem processes. Its performance remains restricted to micro-
scale studies, to fungal isolate behaviour and simulations of environmental
growing conditions.

Colony architecture, intensively described for G. intraradices (Friese and
Allen 1991; Bago et al. 1998), is shared by all AM fungal isolates cultivated
monoxenically (Chabot et al. 1992; Declerck et al. 2000; de Souza and
Declerck 2003; Declerck et al. 2004). Elements of interest come from the
variability of colony architecture between isolates, in response to biotic and
abiotic factors, which allow direct evaluation of the fungal isolate studied.
Whatever nutritive or environmental factors are concerned, the system
allows in situ observation and direct measurement on AM fungi. With easy
accessibility to test fungi, all kinds of measurements can be performed on
a variety of AM fungi, providing the basis for isolate evaluation suitable to
guide users in the choice of adapted isolates for specific purposes.
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3.3
Functional Diversity

AM fungal diversity studies may be achieved by evaluation of either soil
fungal biomass, species diversity or species functionality, depending on the
objective. Diversity studies can be performed with molecular-based iden-
tification tools such as phylogenetic analysis. Such approaches, however,
represent an initial step only, as the data obtained refer to species detec-
tion and amplitude of diversity. When applied investigations are foreseen,
there is an absolute need to have the fungal elements of this diversity at
hand. This is where monoxenic cultivation becomes advantageous for the
establishment of referenced monoxenic cultures.

The evaluation of fungal diversity is not limited to taxonomy data. The
practical measurement of functional diversity can be provided by traits
associated with functional symbiosis, such as strain adaptability to me-
dia, environment and soil micro-flora. As such, screening among AM fungi
monoxenically cultivated isolates for specific functionality can lead to prob-
ing for genes which code for a chosen functional symbiotic ability.

With the monoxenic cultivation technology, practitioners have access to
avarietyofmeasurableelements suitable for strainperformanceevaluation.
For example, the paradoxical limited independent growing ability of some
AM fungi strains may favour their mycorrhizal effectiveness because they
can survive longer when the plant host remains non-accessible (Strullu
et al. 1997). The rate of appressorium formation by the pre-symbiotic
mycelium improves root opportunity to be colonized (Giovannetti and
Citernesi 1993). Vegetative compatibility between AM fungal isolates is de-
tectable through anastomoses, which have been detected in all AM fungal
genera cultivated monoxenically (Chabot et al. 1992; Diop et al. 1994; De-
clerck et al. 2000; de Souza and Declerck 2003; Declerck et al. 2004). This
self-anastomosing property may be a powerful tool to perform compar-
ison of population diversity at the very fine level of fungal isolates, and
to provide data on the spatial distribution of a specific isolate. However,
major restrictions come from the fact that such investigations are highly
time-consuming, without providing any assurance of the reliability of data
collected.

Observations of the developmental dynamics of the EH and root colo-
nization activity are recognized to provide a direct evaluation of the mycor-
rhizal potential of strains (Dodd et al. 2000). With monoxenic cultures, the
lengths of colonized roots have been correlated with EH and spore density
(Mugnier and Mosse 1987; Mathur and Vyas 1999; Pawlowska et al. 1999;
Glorian 2002). Such results are complemented by a successful dual culture
of a high- (G. intraradices) and a low-sporulating (Gigaspora margarita)
isolate, each found to occupy its own niche, without interacting with each
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other (Tiwari and Adholeya 2002). EH density, therefore, as observed under
monoxenic cultivation, may be retained as a potential AM fungal perfor-
mance indicator and, with such a scenario at hand, vegetative hyphae of
non-sporulating strains would have the same weight as sporulating ones,
avoiding any biased evaluation due to sampling procedures.

Technically, EH evaluation can be performed by direct estimation of
mycelium density with the help of UV autofluorescence (Sejalon-Delmas
et al. 1998), and by histochemistry methods. For example, succinate dehy-
drogenase activity measures viable intraradical fungal structures (Schaffer
and Peterson 1993), fluorescein diacetate is suitable for active cell detection
(Dickson and Smith 1998), alkaline phosphatase is used to evaluate the
symbiotic efficiency of fungal colonization (Tisserant et al. 1993), and neu-
tral red staining to detect arbuscules (Guttenberger et al. 2000). Carbon,
nitrogen, phosphorus and heavy metal absorption and transport can be
monitored with monoxenic cultures (Villegas et al. 1996, 2001; Pfeffer et al.
1999; Nielsen et al. 2002; Labour et al. 2003; Rufyikiri et al. 2003), providing
access simultaneously to information on substrate acidification and fungal
growth and morphology changes (Bago et al. 1996).

AM fungal host-dependent behaviour has been observed under monox-
enic culture (Bécard and Piché 1989; Schreiner and Koide 1993). The
sporulation intensity, root colonization levels and EH propagation of G. in-
traradices isolates varied according to the transformed tomato lines used
(Labour et al. 2003). Host-dependent behaviour can also be attributed to
root anatomy. For example, the thick root epidermis of an Echinacea pur-
purea root culture reduced hyphal tip ability to establish symbiotic contact
(Dalpé and Séguin, unpubl. data). The differentiation of Paris-type root
colonization with carrot root cultures colonized by G. caledonium isolates
(Karandashov et al. 2000) confirmed the findings of Cavagnero et al. (2001),
attributing to both symbiotic partners the control of AM fungal morphol-
ogy. On theotherhand,howmycorrhizal plantdependencywould influence
AM fungal behaviour remains to be investigated with comparison of AM
fungi monoxenic culture response to tomato and carrot root culture having
low and high mycorrhizal dependency respectively.

AM fungi share the rhizosphere with a diversity of organisms, all partic-
ipating in soil formation and soil fertility. The AM fungi monoxenic culti-
vation system allows the decortication of such a complex system. Species-
to-species interactions can be isolated, and measurements performed at
both organism and cell levels. Such an approach will never mimic the
complexity of natural systems, but may provide species-to-species follow
up of the organisms’ morphological and nutritional behaviour, leading to
a better understanding of biodiversity. Control of rhizosphere interactions
by both competition and synergy has been observed with monoxenic cul-
tures. Improved disease resistance (Benhamou et al. 1994; Elsen et al. 2001),
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enhanced spore and conidial germination of Fusarium and Trichoderma
isolates (St-Arnaud et al. 1995; Filion et al. 1999), increased stimulation
of AM fungal spore germination, and hyphal growth and assimilation of
low-soluble P in the presence of soil bacteria (Mayo et al. 1996; Villegas and
Fortin 2001; Hildebrandt et al. 2002) have been recorded.

4
Conclusion

As schematized in Fig. 1, systematics and biodiversity are closely interre-
lated at taxonomic, genetic and physiological levels. Any traits useful to
characterize isolates, species or populations provide information at one or
the other level of mycorrhizal organization. Exhaustive investigations on
systematics and biodiversity using monoxenic cultures remain dependent
on the successful cultivation of a maximum number of AM fungal strains,
representing a large array of existing spore morphotypes and species ge-
netic categories. The access to such AM fungal monoxenic culture collec-
tions would provide a tremendously useful tool for comparison of culture-
independent approaches (molecular) with tangible AM fungal reference
material, to precisely characterize species and isolate elements, thereby al-
lowing reliable taxonomic studies based on the cross-comparison of data
generated from multidisciplinary approaches. Moreover, such banks of
inocula would constitute a major key tool for the evaluation of fungal my-
corrhizal potential, the development of selected strain performance, and
the probing for selected genes.
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4 Life Cycle of Glomus Species
in Monoxenic Culture
Yolande Dalpé1, Francisco Adriano de Souza2, Stéphane Declerck3

1
Introduction

With respect to the Glomeromycota taxonomy, the genus Glomus includes
close to 110 described species, making this genus the most important of the
order Glomerales (Schüßler et al. 2001). As a consequence, a large number
of research investigationsonAMfungi are basedonGlomus species isolates.
Even though a limited number of species are cultivated under monoxenic
culture, a huge amount of knowledge has already been generated to draw
a reliable picture of their life cycle.

The potential of this technology, although still in its infancy, has al-
ready influenced and stimulated research investigations notably in colony
growth kinetics and sporulation (Fortin et al. 2002). With respect to the
Glomus species life cycle, this review is subdivided into four major sections:
(1) the spore germination, (2) the pre-symbiotic stage, (3) the host root
connection, and (4) the symbiotic stage.

2
Life Cycle

Obligate biotrophism triggered the acquisition by arbuscular mycorrhizal
(AM) fungi of ingenious morphologies enabling them to survive in the
absence of host plants, to adapt to a variety of plant host partners, and
to allow synergy with other AM fungal species. For a given monoxenic
culture, all phases of the fungal life cycle simultaneously exist and interact
with each other. The knowledge we have about the Glomus spp. life cycle,
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originating from either in vivo or in vitro systems, remains somehow frag-
mented between intraradical (root colonization) and extraradical phases
(mycelium and sporulation). Methodologically, investigations using in vivo
technology are preferentially oriented towards the intraradical phase, with
essentially imprecise spore counts as available extraradical data. With the
in vitro system, both the intra- and the extraradical phases can be studied,
with access to repetitive and non-destructive measurements.

ExistingdescriptionsofAMfungal life cycles arebasedonmorphological
observations done either with agar-coated glass slides buried in soil (Powell
1976), with surface-sterilized spores grown in sterile substrate (Garriock
et al. 1989)orwithmonoxenic cultures (Strullu et al. 1997). In the latter case,
the proposed life cycles are based on the germination potential of fungal
propagules (Strullu and Romand 1986, 1987), linked to species description
(Chabot et al. 1992; de Souza and Berbara 1999; Pawlowska et al. 1999;
Karandashov et al. 2000; Declerck et al. 2000), nuclei mycelium behaviour
(Bago et al. 1999a), and nutritive and environmental conditions (Bago et al.
1996, 1999b; Hildebrandt et al. 2002).

3
AM Fungi Propagule Germination Stage

The AM fungi propagules found capable to germinate, to differentiate
mycelium, and to complete the fungal life cycle are the spores, either from
inside roots or isolated from the rhizosphere, and the intraradical vesicles,
either isolated from the roots or still embedded within tissues of colonized
roots. AM fungi hyphae from the peridium and the intraradical mycelium
also are suspected to have a regeneration power. As germinating fungal
propagules originate, most of the time, from non-sterile substrate, this
section is based on data usually obtained from surface sterilized material,
and not necessarily from monoxenic cultures.

The long-term survival of AM fungi spores in soil has been associated
to their thick wall architecture and their capacity to easily fall into dor-
mancy (Tommerup 1983). Factors involved in AM fungal spore dormancy
have been attributed to ageing, physiological status, and harvesting time
(Hepper and Smith 1976; Tommerup 1983; Hardie 1984). Breaking dor-
mancy can be achieved by stratification at 4 ◦C (Camprubi et al. 1990; Juge
et al. 2002). A 50% decrease in polyamines content was registered during
spore cold treatment, and polyamine treatment did not affect the spore
germination potential (El-Ghachtouli et al. 1996).

Glomus spore germination and germ tube elongation are usually not
affected by the plant host (Schreiner and Koide 1993; Logi et al. 1998;
Giovannetti and Sbrana 1998). Glomus spores may take between a few days
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Fig.1. Scanning electron mi-
croscope: spore germination
through the subtending hyphal
wall, G. intraradices spore (bar
= 7 µm)

up to 6 months to germinate. Germination rates may remain as low as
2–10%.

Germination usually proceeds by the forcing of the inner spore wall
through the lumen of the subtending hyphae (Gilmore 1968; Meier and
Charvat 1992; de Souza and Berbara 1999), directly through the spore
wall (Tommerup and Kidby 1980), or the subtending hyphal wall (Giovan-
netti et al. 1991; Fig. 1). Spore germination gives rise either to a straight,
thick-walled hyphae (de Souza and Berbara 1999) or to stunted hyphae,
depending on the spore physiological status (Juge et al. 2002).

Hydration and metabolism activation are prerequisites for AM fungi
spore germination (Tommerup 1984). Inhibitors of protein synthesis and
ofRNAandmtDNAareknowntopreventgermination (Hepper1979;Beilby
and Kidby 1982; Beilby 1983). Multiple nuclei in quiescent spores (Cooke
et al. 1987; Meier and Charvat 1992) and active nuclei replication and DNA
synthesis were observed at germination (Bianciotto and Bonfante 1993).
Quiescent spore lipid content reaches 40–60% of their biomass (Sancholle
etal. 2001).Duringgermination,denovosynthesisof sterols,diacylglycerol,
phospholipids and free fatty acids occurs (Beilby and Kidby 1980; Gaspar
et al. 1994; Sancholle et al. 2001) whereas triacyl glycerides are consumed
(Gaspar et al. 1994).

Extreme dry or wet environmental conditions inhibited germination
(Siqueira et al. 1985). Neutral pH usually supported or promoted germina-
tion (Green et al. 1976; Tommerup 1983; Pons et al. 1984; Gunasekaran et al.
1987) whereas acidity had an inhibitory effect (Siqueira et al. 1985). Opti-
mum germination temperatures varied in the range 20–30 ◦C (Daniels and
Trappe 1980; Sheik and Sanders 1988). Oxygen tension over 5% (LeTacon
et al. 1983) promoted spore germination, whereas 5% CO2 had no effect.
Non-sterile soil filtrates and soil extract agar improved spore germination
(Daniels and Trappe 1980; Gunasekaran et al. 1987). Flavonoid compounds
(Tsai and Phillips 1991; Leu and Chang 1993; Poulin et al. 1997), low-P
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media (Pons et al. 1984), low glucose concentration, D-galacturonic acid
(Siqueira and Hubbell 1984), 50% sucrose (Vilarino and Sainz 1997), low
xyloglucan concentration (Garcia-Garrida et al. 1999) and thiamin (Hepper
and Smith 1976) increased germination rates. The bacteria Paenibacillus
validus, antagonistic towards soil-borne fungal pathogens (Hildebrandt
et al. 2002), Streptomyces species (Tylka et al. 1991), bacterial contaminants
(Mayo et al. 1986) and nitrogen-fixing bacteria (Tilak et al. 1990) all stim-
ulated germination. Lower mineral content medium (water-agar pH 6.0)
favours germination, while high mineral content or rich media inhibit it
(Budi et al. 1999).

In addition to spores, several other AM fungi propagules have the po-
tential to germinate. The germination of isolated intraradical vesicles was
clearlydemonstratedbyStrullu et al. (1997),Diopet al. (1994), andDeclerck
et al. (1998). Such germination occurred through the lumen of their sub-
tending hypha attachment (Declerck et al. 1998), the germ tubes generating
runner and ramified hyphae similar to those of AM fungi spore. To date, no
systematic investigation has been conducted on factors influencing their
germination. Among other fungal structures capable of re-growth are hy-
phae from the peridium of G. mosseae sporocarps which have the capability
to elongate and differentiate vesicle-like structures (VLS; Fig. 2; Budi et al.

Fig.2. Dissecting microscope: pre-symbiotic hyphae emerging from G. mosseae peridium
with vesicle-like structure (VLS), UV fluorescence (bar = 40 µm)
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1999). Moreover, the “germination” of colonized root segments is currently
used to replicate AM fungi monoxenic cultures (Strullu and Romand 1986,
Strullu et al. 1991). The root vesicles and eventually intraradical spores are
certainly the fungal propagules involved in root segment “germination”,
because colonized root segments deprived of vesicles and spores remained
unsuccessful for propagation

4
Pre-Symbiotic Mycelium Stage

Germ tube growth is dependent on the availability of spore reserves (Bécard
and Fortin 1988; Sancholle et al. 2001), and the protoplasm contains all
the organelles required to ensure development (Meier and Charvat 1992).
This consists of a straight growing hypha (runner hyphae, RH) exploring
the media by successive branchings into thinner-diameter filaments (Diop
et al 1994; de Souza and Berbara 1999; Declerck et al. 2000). In the case
of no hyphal root contact or host signal detection, germ tube growth
stops within a few days (Bécard and Piché 1989b). The protoplasm shrinks
back from the hyphal apex, and is sequestered from the empty hyphae by
repeated septation (Logi et al. 1998). Such germinating attempts resemble
a well-orchestrated survival scenario, providing repetitive chances for the
fungus to establish symbiosis. Low light exposure (Nagahashi et al. 2000),
AM fungal spore content (Hepper 1983), plant cell suspension (Hepper
1979; Carr et al. 1985), root exudates and root volatiles (Bécard and Piché
1989b; Giovannetti et al. 1993), phenols and flavonoids (Tsai and Phillips
1991; Vierheilig et al. 1998), amino acids (Hepper and Jakobsen 1983), and
thiamin (Siqueira et al. 1982) were all found to enhance hyphal branching.
Recently, Tamasloukht et al. (2003) have demonstrated that root factor(s)
isolated from root exudates of transformed carrot roots induce higher rates
of respiration during the pre-symbiotic stage.

Anastomosis isobservedduring theAMfungipre-symbiotic stage (Mosse
1988; Hildebrandt et al. 2002). Demonstrated under in vivo conditions as
a fungi segregating factor at the strain level (Giovannetti et al. 2003), veg-
etative compatibility between the hyphae of a single isolate provides an
opportunity for the pre-symbiotic mycelia to connect to the existing soil
hyphal network, insuring survival during the time lapse required to estab-
lish symbiosis.

Vesicle-like structures (VLS) are small, hyaline thin-walled swellings
(Fig. 3) resembling miniature spores (Hepper 1981; Strullu and Romand
1987). Although considered juvenile spores, their germination capabil-
ity has never been demonstrated. Nevertheless, they differentiate along
the pre-symbiotic hyphae of several Glomus monoxenic cultures (Mosse
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Fig.3. Differential interference con-
trast microscope: intercalary vesicle-like
structure (bar = 15 µm)

1962; de Souza and Berbara 1999; Karandashov et al. 2000). For G. clarum,
their abundance increased substantially when germinated spores were in-
cubated with Gluconoacetobacter diazotrophicus cells (Paula et al. 1994).
Hypotheses about the role of VLS range from a survival process during the
pre-symbiotic stage to an aborted sporulation tentative.

Thin-walled, densely branched arbuscular-like structures (ALS), re-
named branched absorbing structures or BAS by Bago et al. (1998b), are
observed along the non-symbiotic mycelium (Mosse and Hepper 1975;
Mosse 1988). According to Bago et al. (1998b), BAS are ephemeral (5–7 day
lifespan), except for thoseundergoing spore formationevents (“spore-BAS”
formation). In contrast to the BAS differentiated on symbiotic hyphae, they
rapidly aborted (Bago et al. 1998a), and have been associated with a sur-
vival reaction aiming to increase nutrient absorption (Mosse 1988) and
have also been attributed a putative saprophytic growth potential (Strullu
et al. 1997).

Spore differentiation on pre-symbiotic mycelium has been rarely re-
ported. A mean of 60 G. versiforme spores were differentiated from germi-
nated, 5-mm-long root segments (Diop et al. 1994), and newly produced
sporeswere foundable togerminateandestablish symbiosis.Theco-culture
of the bacteria Paenibacillus validus with G. intraradices induced the dif-
ferentiation of several hundred spores which, however, failed to germinate
(Hildebrandt et al. 2002). Such results suggest some ability of AM fungi to
develop in the absence of a host partner.

5
Host Root Connecting Stage

The contact between the root and fungal hyphae may take one to several
weeks to become established (Declerck et al. 1998). Repetitive investiga-
tions under in vivo growth conditions revealed that, once the root–fungi
contact is established, the fungal morphology changes drastically, with
a reorientation of hyphal apical growth giving rise to either a direct en-
try point or to an intensive hyphal branching called “fan-like structure”
(Garriock et al. 1989; Friese and Allen 1991; Giovannetti et al. 1993). Il-
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Fig.4. Differential interference
contrast microscope: appresso-
rium with thick-wall extrarad-
ical and thin-wall intraradical
hyphae (bar = 100 µm)

lustrations by Giovannetti et al. (1994) clearly showed the frequent sep-
tation of inflated segmental hyphae resembling appressorium structures.
Such hyphal architecture never developed with non-host plants (Giovan-
netti and Sbrana 1998). Germinating hyphae from colonized root seg-
ments never differentiated fan-like structures but penetrated roots by
single entry points. As suggested by Mosse (1959), germ tubes issued
from spores may require other signals for root colonization, different
from those required by fungal hyphae and vesicles surrounded by root
tissues.

The term “appressorium” refers to swelled or stunted cells differenti-
ated at the contact of host epidermal cells, an easily observable signal of
root recognition (Fig. 4). Under in vivo conditions, appressoria may take
only 36 h to develop after plant–fungus contact is established (Giovan-
netti and Sbrana 1998). As for fan-like structures, appressorium induction
may be controlled by host signals (Giovannetti and Sbrana 1998). Multiple
appressoria can be formed simultaneously, as shown by the capacity of
each “fan-like structure” apex to differentiate appressoria (Powell 1976),
but not all root penetration tentatives resulted in appressorium differen-
tiation (Harrison 1999). Appressorium differentiation has not yet been
studied in AM fungal monoxenic cultures, but the availability to perform
non-destructive observations linked to the testing of host root signals or
thigmotrophism experiments would merit in-depth investigations.

6
Symbiotic Stage

Ingenious in vivo and in vitro settings have been developed to allow the
study of selected symbiotic stages (Hepper and Mosse 1980; Bécard and
Piché 1992; St-Arnaud et al. 1996; Bago et al. 1996; Giovannetti et al. 1999;
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Fortin et al. 2002). So far, all organizational structures described from
in vivo cultures have been observed under monoxenic culture. Specific
information related to the nutrition and metabolism of this life-cycle stage
is treated in other chapters.

6.1
Intraradical Mycelium

From the appressorium structure, one or more hyphae successfully pen-
etrate the cell wall by enzymatic and mechanical activities, sometimes
accompanied by a severe constriction of the hyphae due to the mechanical
resistance of the epidermal cells (Fig. 4). Hyphal penetration may occur
within a few hours and up to 3 days after initial contact with the root.
Based on ultrastructure observations, AM fungi hyphae seem to acquire
flexibility once inside root tissues. However, the hypothesis proposed by
Bonfante-Fasolo (1987) about the non-fibrillar architecture of the intrarad-
ical hyphal wall, and about enhanced chitinase enzyme activity has been
partially refuted by Timonen et al. (2001) who demonstrated the similitude
of extra- and intraradical hypha microtubule bundle distribution. Once in-
side the root, the intraradical mycelium pursues its progression, branching
and anastomosing within the intercellular root space channel of the root
epidermal and cortical parenchyma.

The intraradical vesicles are globose to ellipsoid hyphal swellings differ-
entiated either apically or intercalary along hyphae, in constant connection
with the intraradical mycelium, and positioned intercellularly or intracel-
lularly (Pawlowska et al. 1999; Karandashov et al. 1999). Often surrounded
by a double wall, 1.0–2.5 µm thick (Fig. 5), the vesicles are filled with li-
pidic material and organelles required for autonomous growth (Timonen

Fig.5. Differential in-
terference contrast mi-
croscope: double-walled
vesicle of G. intraradices
inside a leek root (bar
= 6 µm)
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et al. 2001). As such, vesicles are infective propagules capable of generating
a functioning fungal colony (Strullu and Romand 1987; Diop et al. 1994; De-
clerck et al. 1998). They were observed as early as 5 days and up to 5 months
after symbiosis establishment (Chabot et al. 1992). Comparative analysis
of enzyme-extracted vesicles obtained in pot cultures with monoxenically
grown spores showed comparable mycorrhizal potential; inoculated plants
received the same number of propagules, and both spores and vesicles
received a 15-day cold treatment before inoculation (Nantais 1997). The
role of arbuscules in bi-directional nutrient exchanges with plants makes
them an essential structure for the completion of AM fungi life cycles (Bé-
card and Piché 1989a), a fact which has been confirmed by using mutant
plants (Harrison 1999). In monoxenic cultures, arbuscules differentiated
inside the deeper layer of cortical cells (Mosse and Hepper 1975; Pawlowska
et al. 1999), and exhibited morphological and ultrastructural architecture
(Mugnier and Mosse 1987) similar to those observed in vivo. They may
take between 4 days and up to 1 month to differentiate (Simoneau et al.
1994). Depending on fungal species, host plant root species, and root age,
arbuscules developed either in densely branched structures or remained
vestigial with sparse ramifications (Mosse and Hepper 1975). No precise
data are available on the life expectancy of arbuscules under monoxenic
culture. The monoxenic culture system should considerably facilitate the
observation, at cellular level, of the changes occurring in host plant cells
during arbuscule implantation. Intensive works on the kinetics of their
development, cytoplasmic organization, and metabolism studies such as
done under in vivo conditions by Balestrini et al. (1994) and Blancaflor et al.
(2001) with in vivo material, would find in monoxenic cultures a powerful
and malleable research tool.

In monoxenic cultures, root colonization levels vary according to the root
host plant species and fungal isolates (Simoneau et al. 1994; Glorian 2002;
Elsen et al. 2003). Acidification of the media directly influences AM fungi
development. The pH 5.5 value of standard monoxenic culture systems
might limit the growth of some isolates, but a pH increase in the nutri-
tive media may alter the solubility and balance of the media components.
Buffered media may counteract such weaknesses.

Most monoxenic culture plants support the Arum-type colonization
(Diop et al. 1994; Nuutila et al. 1995; Karandashov et al. 1999; de Souza
and Berbara 1999; Glorian 2002). A paradoxical situation occurs with car-
rot (Daucus carota) root culture, an Apiaceae (Umbelliferae) recognized
to support both Paris- and Arum-type colonization (Smith and Smith
1997), whereby Arum-type colonization is more differentiated. Only one
G. caledonium isolate differentiated Paris-type colonization with a carrot
root culture (Karandashov et al. 2000), and one G. etunicatum isolate had
mixed types and differentiated hyphal coils in the first layer of cortical
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cells (Pawlowska et al. 1999). Paris and Arum morphotypes were for long
considered to be determined by the plant genome (Smith and Smith 1997),
but the typical Paris anatomical type observed in carrot root culture col-
onized by G. caledonium emphasizes the impact of the fungal genome on
the regulation of fungal morphology (Cavagnero et al. 2001).

6.2
Extraradical Mycelium

The establishment of symbiosis under monoxenic culture triggers, within
a few hours, a vigorous extraradical hyphal development and subsequent
differentiation of VLS, BAS and spores (Declerck et al. 1998). The structural
development of the mycelial phase has been described exhaustively by Bago
et al. (1998a), from a single isolate of G. intraradices, and has since been
used as the reference model to which further descriptions are compared.
The basic structure of the mycelium is made of large, straight-growing
thick-walled hyphae named runner hyphae (RH), due to their capacity
to extend rapidly, to colonize the substrates, and to establish root contact
(Figs. 6 and 7). Microscopically, runner hyphae are similar to pre-symbiotic
hyphae. Microscopic cellular and subcellular observations allow detection
of protoplasmic streaming, nuclei migration and organelle morphology
(Mosse 1988; Bago et al. 2001). Hyphae are either single-walled, as with
G. versiforme (Garriock et al. 1989), or double-walled as found through
ultrastructure works on G. fasciculatum (Bonfante-Fasolo and Grippiolo
1982). Both walls showed almost equal thicknesses and separated easily at
hyphal break (Fig. 6). This morphology recalls the hyphae within in vivo

Fig.6. Differential interference contrast microscope: thick-wall
laminated runner hyphae (bar = 10 µm)
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Fig.7. Differential interference contrast microscope: collapse thin-
wall extraradical hyphae issued from branching of runner hyphae
(bar = 15 µm)

propagated hyphae of Lim et al. (1983), where the inside hyphal wall was
attributed to self-invasion by a hyphal outgrowth following wounding or
cutting.

The elongation rates of runner hyphae may attain up to 750 µm h−1 for
long periods. With G. proliferum, the mycelium network proliferates some-
times so densely that colony extension can almost be seen with the naked
eye (Glorian 2002). RH and branched hyphae (BH) abundance determines
the mycelium architecture. In spite of a common general organization, finer
details of mycelium architecture may vary considerably between Glomus
species as well as their isolates (Declerck et al. 1998). Experienced mi-
croscopists can often differentiate fungal colonies under the binocular by
observing branching and sporulation patterns. With some isolates, where
the mycelium expansion is restricted to the vicinity of roots, sub-culturing
usually failed.

Anastomoses have been reported to occur regularly in the pre-symbiotic
and the symbiotic mycelium of monoxenic cultures, and their occur-
rence has been clearly associated with hyphal growth stimulation (Mosse
1988). This could explain in part the slow growth rate registered with pre-
symbiotic hyphae in monosporal tests (Logi et al. 1998; Declerck et al.
2000). From an ecological point of view, anastomoses provide an avenue to
understand how AM fungi are building soil hyphal strengthening fungal
vitality and perennity under natural constraints or substrate disturbance.

The exchange of nuclei during anastomoses has been observed occur-
ring under in vivo culture conditions only within one and the same isolates
(i.e. self-anastomosis), indicating the existence of vegetative compatibil-
ity groups in AM fungi (Giovannetti et al. 2003). These findings do not
support the proposed heterokaryotic status of AM fungi. Moreover, the
homokaryosis of G. etunicatum and G. intraradices has been recently sug-
gested by typing individual nuclei (Pawlowska and Taylor 2004), Besides,
the haploid status of G. intraradices was also suggested (Hijri and Sanders
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Fig.8. Differential interference contrast microscope: embryos of
branched-absorbing structures (bar = 50 µm)

2004). These two papers are good examples of the usefulness of monoxenic
cultures for genetic research of AM fungi. However, these results do not
rule out the possibility of parasexual recombination, followed by nuclear
fusion and the reestablishment of the haploid state, by chromosome losses
(see Schardl and Craven 2003 for a review). This implies, however, that the
exchange of genetically divergent nuclei is not a common phenomenon in
AM fungi, as previously thought (Sanders 2002).

Once a successful symbiosis is established, numerous BAS are differen-
tiated along hyphae (Bago et al. 1998a). Due to their morphological resem-
blance with arbuscules, they were attributed nutrient absorbing capacities,

Fig.9. Dissecting microscope: branched-absorbing
structures with low level of ramification (bar =
50 µm)
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reinforced by their association with spores (Bago et al. 1998a; Dodd et al.
2000). Their differentiation occurred within 3–10 days prior to arbuscules,
but after hyphal root colonization (Bago et al. 1999b), with a life span of
about 7 days (Bago et al. 1998b). BAS may adopt variable morphologies, the
most striking being the large, stunted ramified structures of G. caledonium
(Karandashov et al. 1999). Either not reported (G. macrocarpum, Declerck
et al. 1998), or sparse and fragile looking (Figs. 8 and 9), the BAS may
thus not be a prerequisite for the maintenance of a healthy fungal colony,
and their hypothetical support in nutrient absorption not systematically
required. When grown with the bacterium Paenibacillus validus, “densely
packed coils” made of extensively branched hyphae were differentiated by
a G. intraradices isolate (Hildebrandt et al. 2002), indicating that BAS mor-
phology can be regulated by external factors independent of the plant or
AM fungi.

7
Spores

Several of the successfully grown Glomus species, including G. caledonium
(Hepper 1981; Karandashov et al. 1999), G. clarum (de Souza and Berbara
1999), G. fistulosum (Nuutila et al. 1995) and G. intraradices (Chabot et al.
1992), differentiated VLS. In small spore species, these hyaline thin-walled
structures may have been confused with juvenile spores. No record of VLS
was mentioned for either G. etunicatum (Pawlowska et al. 1999), G. fas-
ciculatum, G. macrocarpum (Declerck et al. 1998) or G. versiforme (De-
clerck et al. 1996). When differentiated, VLS occurred within 2–8 days
after root contact. Their size ranged between 20 and 100 µm, depend-
ing on the species. Since their detection in G. mosseae colonies (Fig. 10;
Mosse 1962; Hepper 1981), no precise role has been attributed to these
structures, and the early hypothesis expressed by Mosse (1962) as be-

Fig.10. Differential interference contrast
microscope: mature spore and vesicle-
like structures of G. mosseae (bar
= 50 µm)
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Fig.11. Dissecting microscope:
spore of G. mosseae with branched-
absorbing structure (bar = 60 µm)

ing a remnant structure of a previous saprophytic mode of life remains
valuable.

Spore differentiation occurs either apically or intercalary along lateral
branches of RH, often in association with BAS (Fig. 11; Mosse and Hepper
1975; Bago et al. 1998b). The outer evanescent spore wall originates then
from the hyphal wall. The spore apical hyphae, even though collapsed,
remain attached to the spore during most of the maturation process. In-
traradical spores have sometimes been observed in monoxenic cultures
(Declerck et al. 1996; de Souza and Berbara 1999).

Pot culture and monoxenic culture propagated Glomus species share
similar ontogeny, but isolates from monoxenic cultures usually differenti-
ated smaller spores with paler pigmentation and thinner laminated spore
walls (Chabot et al. 1992; de Souza and Berbara 1999). In monoxenic cul-
ture, the possibility of observing all differentiated spores may have biased
the mean spore size values, as many of the smaller spores from soil-based
culture counting may have been discarded from the measurements. Also,
the thicker laminated wall of in vitro differentiated G. etunicatum spores,
compared to soil-borne spores, may simply be attributable to the immature
stage of the spore wall, even though the spores have attained their optimal
size (Pawlowska et al. 1999). Moreover, thick-walled spores are recognized
to provide long-lasting capabilities and increased protection from adverse
environmental conditions. As such, wall thickening may be considered an
adaptive featurenot fully retained inmonoxenic cultures.Basedonmultiple
observation of monoxenic cultures, it appears that in vitro propagated AM
fungi usually differentiated thinner walled and sometimes less pigmented
spores. Such differences between in vivo and in vitro spore morphology can
be attributed to growth environment conditions. Soil rhizospheres, with
their multiple micro-organism interactions, their ongoing nutritional and
chemical variations, and their variable edaphic conditions induced AM
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fungal adaptations directed through long-term survival and competitive
behaviour. Such reactions to drastic and severe living competition remain
totally absent from the controlled in vitro culture conditions.

Most Glomus species exhibit an asynchronous mode of sporulation, i.e.
with a lag, log and plateau phase (Declerck et al. 1996, 2001). As a re-
sult, spores of various ages occurred simultaneously in a single colony.
Ultrastructural study on G. intraradices spore maturation revealed spore
wall thickening over several months, even though spores could germinate
after 30 days (Nantais and Dalpé, unpublished data). For G. caledonium,
by contrast, Karandashov et al. (2000) demonstrated that all spores were
produced within a period of 2–3 days, and sporulation totally stopped
thereafter, supporting a synchronous mode of spore production. This ap-
parently contradictory result for G. caledonium with the data of Declerck
et al. (2001) can be attributed to the consideration of juvenile spores or VLS
in the modelling approach of Declerck et al. (2001), while Karandashov
et al. (2000) considered only the fully expanded stage, i.e. spore size re-
sembling that of mature spores. Therefore, reliable modelling of growth
kinetics should take into account not only the number of spores differ-
entiated but also their maturation process, the proportion of spore-like
structures which remain VLS, and those which reach full maturation.

Spore production differs considerably between species and between iso-
latesof a single species, and seems tobe related to spore size.With the small-
to medium-size spore species Glomus proliferum and G. intraradices, an av-
erage of 7,800 and 8,200 spores were differentiated in mono-compartment
(Declerck et al. 2001) and bi-compartment growth systems (St-Arnaud
et al. 1996) respectively. Concurrently, a 5-month-old G. clarum monox-
enic culture (130-µm mean spore size) differentiated 853 spores (de Souza,
unpublished data), and a G. macrocarpum culture (165 µm) only 250 spores
(Declerck et al. 1998). The sporulation rate of G. caledonium was reported
to increase with successive generations (Karandashov et al. 2000). A case-
by-case isolate response to growth conditions should be expected, and the
maintenance of a constant sporulation level may be retained as a valu-
able indicator of strain perennity, once returned to natural environmental
conditions.

The presence of aborted or senescent spores has sporadically been ob-
served inhealthy monoxenicGlomus species cultures, reachingup to 5–10%
of spore populations (Pawlowska et al. 1999; Karandashov et al. 2000; Dalpé
2004). Two typesof spore senescenceweremonitored: (1) sporewall disrup-
tion discharging granular dextrinoid cytoplasm (Fig. 12) and (2) intraspo-
ral differentiationof coiledhyphaeanddispersion in themedia atwall break
(Figs. 13 and 14). Inadequate in vitro growing conditions and self-strain
protection against mutation were proposed as hypothetical explanations of
the phenomenon (Marbach and Stahl 1994; Pawlowska et al. 1999).
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Fig.12. Differential interference contrast micro-
scope: disrupted spore with extrusion of granu-
lar lipidic content reacting to Sudan IV staining
(bar = 30 µm)

Fig.13. Differential interference contrast micro-
scope: disrupted spore with differentiation of
thin-walled hypha from inside the senescing
spore (bar = 30 µm)

Fig.14. Ultrastructure view of a newly differentiated hypha ex-
truding from a broken spore (bar = 15 µm)
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8
Conclusion
Based on the data available from monoxenic culture, both the early pre-
symbiotic and the symbiotic stages of AM establishment seemed to follow
similar ontogenic steps as those observed with in vivo growing systems.
Intensive cytochemical, ultrastructural and molecular investigations with
monoxenic culture systems would be more than welcome in order to allow
extrapolation of actual in vivo studies, and confirming hypotheses on a va-
riety of plant–fungi partners. Such investigations would provide strong
demonstration as to what extent monoxenic cultures, with their aerial
plant part amputated systems, may be successful in mimicking natural
symbioses occurring on whole-plant in vitro symbiosis, and may permit to
pinpoint and segregate between the metabolic steps directly involved with
plant-related metabolism. In any case, monoxenic culture performance
in maintaining healthy grown colonies, and the suitability of the system
to support developmental and physiological fungal studies should permit
many years of investigations.
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5 Life History Strategies in Gigasporaceae:
Insight from Monoxenic Culture
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1
Introduction

During the past years, there has been an increased interest in the role of
arbuscular mycorrhizal (AM) fungal biodiversity for the functioning of
terrestrial ecosystems and in the application of AM fungal technology for
agricultural and land rehabilitation schemes. However, one major bottle-
neck in AM research is the lack of knowledge on ecology, and in particular
on life history strategies (LHS) among the different AM fungal families
(Hart et al. 2001; Hart and Klironomos 2002).

The LHS of an organism is a product of its evolutionary past, and is
expressed in the fungal life cycle, i.e. patterns of growth, differentiation,
storage and, especially, reproduction (Begon et al. 1996). In order to under-
stand AM fungal ecology, it is central to appreciate species life history traits
and genetic diversity. Monoxenic cultures of AM fungi are exploited here
to study these issues, with special emphasis on the family Gigasporaceae.

2
The Family Gigasporaceae and Its Occurrence

The family Gigasporaceae comprises the two genera Gigaspora and Scutel-
lospora, with approximately 8 and 33 described species respectively. Scutel-
lospora is more diverse than Gigaspora in terms of described species,
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spore morphological characteristics (Morton 1995), and occurrence in
natural ecosystems. Members of this family possess unique intra- and
extraradical mycelium morphologies characterized by the absence of in-
traradical vesicles and the differentiation of extraradical auxiliary cells
(AC).

Gigasporaceae occur in terrestrial ecosystems, usually at low spore den-
sities and high species richness in diverse and or stable plant ecosystems
(Siqueira et al. 1989; Lovelock et al. 2003; Zhao et al. 2003). In coastal sand-
duneecosystems,Gigasporaceaecanbedominant (StürmerandBellei 1994;
Beena et al. 2000 and references cited therein), while in agricultural soils
cultivated with annual crops and in arid ecosystems, they tend to be less
abundant or even absent (Sieverding 1991; Helgason et al. 1998; Stutz et al.
2000; Jansa et al. 2002). An adequate explanation for these patterns has yet
to be found. Evidence obtained from monoxenic AM fungi cultures was
used to clarify these patterns (see Sect. 5).

3
Life Cycle

The AM fungi life cycle can be divided into three main steps: (1) the pre-
symbiotic phase and establishment of the symbiosis; this involves propag-
ule activation, host search, appressorium formation, root penetration and
arbuscule formation; (2) the vegetative growing phase; and (3) the repro-
ductive phase. Steps 2 and 3 occur almost concomitantly, because in general
AM fungi show an iteroparous reproductive phase. Although simple, there
is evidence that different AM fungi use different strategies to accomplish
each of these steps.

3.1
Pre-Symbiotic Phase

3.1.1
Propagules

In AM fungi, three types of propagules are generally considered: (1) spores,
(2) intraradical mycelium within colonized roots, and (3) extraradical
mycelium. Spores are the most effective propagules for Gigasporaceae iso-
late, while Acaulosporaceae and Glomeraceae have been demonstrated to
induce new colonization using all three sources of inocula (Biermann and
Linderman 1983; Brundrett et al. 1999; Klironomos and Hart 2002). How-
ever, it has been suggested that colonized roots of Scutellospora calospora
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and S. heterogama are able to trigger plant root colonization in vivo
(Tommerup and Abbott 1981; Braunberger et al. 1996; Klironomos and
Hart 2002). Intraradical sporulation has been observed from field and
pot-culture Gigaspora and Scutellospora species (Schenck and Perez 1990;
INVAM http://invam.caf.wvu.edu; Dalpé, unpubl. data). One isolate of Gi-
gaspora margarita was reported to produce 10–15% of the total number
of spores intraradically under monoxenic cultures (Gadkar and Adholeya
2000). Thus, it might be possible that intraradical spores were the cause of
the infective capacity of colonized roots of some Gigasporaceae. The infec-
tive capacity of the extraradical mycelium of Gigasporaceae has only been
demonstrated in vivo with S. calospora isolates from Australia (Tommerup
and Abbott 1981), while in some other cases, colonization failed (Biermann
and Liderman 1983; Klironomos and Hart 2002; Declerck et al. 2004). De-
clerck et al. (2004) reported, under monoxenic culture conditions, the hy-
phal re-growth from individual AC of S. reticulata, and they suggested that
longpiecesof intactmyceliumharbouring severalACmightpossibly induce
colonization. The apparent discrepancy in these results might be explained
by differences in the integrity of the mycelium used to perform these ex-
periments, and the amount of resource available in the mycelial structures.
For instance, de Souza and Declerck (2003) observed that, in monoxenic
culture, young AC contained lipid drops, while older ones appeared empty.

A comparison of spore diameter of species in the families Gigasporaceae,
Acaulosporaceae and Glomeraceae (average diameters 314, 158 and 127µm
respectively) shows that Gigasporaceae species produce, in general, large
spores (data from Schenck and Perez 1990; Glomus species from the former
Sclerocystis genus were not included). Common traits related with spore
quality are germination rates, survival dormancy, and size. Large spores
mustcontainmoreresources to supportmultiplegerminationsandmycelial
growth, and to sustain metabolism while searching for a host.

3.1.2
Spore Germination, Dormancy and Lifespan

The germination process in Gigasporaceae is linked with the spore wall
organization (Walker and Sanders 1986; Spain et al. 1989). Multiple ger-
minations were reported for Gigaspora species (Koske 1981a; Giovannetti
et al. 2000), reaching up to 40 successive germinations for single spores of
Gi. margarita under in vitro conditions (P. Jargeat, pers. comm.). If the ger-
mination tube (GT) does not meet a root, then the cytoplasm may retract
(Beilby and Kidby 1980).

Spore germination does not require external factors other than humid-
ity and temperature to germinate. Germination rates reached a 80–100%
level for Gigaspora isolates (Koske 1981b; Bécard and Piché 1989a; Diop
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et al. 1992; Romero and Siqueira 1996; Maia and Yano-Melo 2001), com-
pared to 60% for Scutellospora (de Souza, unpubl. data). In the latter case,
spores might enter into dormancy, a phenomenon frequently associated
with a higher survival capacity. Gi. gigantea and Gi. margarita spores ob-
tained inmonoxenic cultures exhibit adormancywhichdoesnot existwhen
the spores are produced on whole plants (Séjalon-Delmas, unpubl. data).
With Gigaspora strains, a 3-week cold treatment may relieve the dormancy
(Jargeat and Séjalon-Delmas, unpubl. data). The life span of Gigaspora
spores has been estimated to be up to 5 months under natural growing
conditions (Lee and Koske 1994; Pringle and Bever 2002). A broad com-
parison of germination and survival capacity of different Gigasporaceae
species is still lacking, and it would be interesting to study these traits
using a phylogenetic framework, based on morphological and molecular
data.

3.1.3
Plant Compounds That Affect the Pre-Symbiotic Phase

Among the studies on the pre-symbiotic stage, increasing numbers are con-
ducted using monoxenic culture and are of key importance to understand
the effects of plant compounds on fungal growth (for a review, see Fortin
et al. 2002). Buée et al. (2000) showed that mycotrophic plants produced
a soluble factor which induced hyphal branching in Gi. gigantea. Douds
et al. (1996) reported the positive effect of phenolic acids, extracted from
carrot hairy roots, on Gi. gigantea and Gi. margarita germ tube attrac-
tion. Some studies revealed the effect of volatiles, from maize root-organ
culture or pea Sparkle mutants, on germ tube attraction of Gi. gigantea
and Gi. margarita (Koske 1982 and Boovaraghan et al. 1995 respectively).
Synergistic effects of root volatiles, in particular CO2, with root exudates
were also frequently observed (Bécard and Piché 1989b; Suriyapperma
and Koske 1995). The effects of root exudates on the AM fungus may be
divided into germ tube attraction (Gemma and Koske 1988) and hyphal
branching (Nagahashi and Douds 1996; Nagahashi et al. 1999; Buée et al.
2000). The active compounds responsible for the fungal response are still
not characterized. Flavonoids have been proposed for several years (Nair
et al. 1991). However, the flavonoid family can generate different fungal
responses (stimulatory, inhibitory or neutral) and were not detected in
carrot hairy roots, suggesting that they are of secondary importance. More
recently, a root factor has been found which stimulates the activity of
a broad range of AM fungal species (Buée et al. 2000). In the same study,
non-mycotrophic plants, like Brassica, were devoid of these active root
factors. Using the same bioassay, however, Nagahashi and Douds (2000) re-
vealed that the factors derived from the non-host had an inhibitory activity.
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Recently, tomato mutants affected in the pre-symbiotic stage have been ob-
tained by fast-neutron mutagenization of seeds. These mutants are resistant
to mycorrhization, and spores of Glomus intraradices present in their rhi-
zosphere exhibit a percent of germination and appressorium formation
lower by 45 and 70% respectively than the rates obtained with the wild-
type (David-Schwartz et al. 2001). Monoxenic cultures were developed, and
the tomato mutant has been proved to secrete inhibitory compounds. How-
ever, the chemical nature of these compounds is still unknown. They delay
G. intraradices proliferation. Establishment of mycorrhiza with the mutant
culture gives abortive spores of G. intraradices and Gi. rosea, indicating
that the mutant lacks a signal essential for the fungus to accomplish its life
cycle (Gadkar et al. 2003). Few studies involved molecular fungal response
to root exudates. Among the 415 EST deposited today in Genbank, only
47 were obtained at the pre-symbiotic stage. We cannot avoid mentioning
the transcriptional studies of Tamasloukht et al. (2003) on Gi. rosea and
Gl. intraradices stimulated by carrot hairy root exudates. Molecular anal-
ysis revealed a differential expression of some genes, essentially involved
in mitochondrial metabolism, which was correlated to an early increase in
respiration activity. This activation may be associated to an increase in the
cytoplasmic pool of ATP and lipid catabolism. This would be in accordance
with the observations of Bécard and Piché (1989b) on germinating spores
of Gi. rosea after 3 weeks of stimulation. They noted that spores looked
empty, as if the root factor present in root exudates regulated the fungus
capacity to use its own reserves.

3.2
Symbiotic Vegetative and Reproductive Growing Phases

In relation to LHS, two interconnected characteristics revealed by studies
of Gigasporaceae species under monoxenic culture are highlighted here:
the colonization pattern, and the development and maintenance of arbus-
cules. In addition, the hyphal healing mechanism and anastomosis are also
discussed.

3.2.1
Colonization Pattern

Gigasporaceae seem to be slower root colonizers than species of Glomer-
aceae and Acaulosporaceae (Brundrett et al. 1999; Santos et al. 2000; Tiwari
and Adholeya 2002). Hart and Reader (2002) compared the colonization
strategy of 21 isolates from the families Acaulosporaceae (4), Gigaspo-
raceae (5) and Glomeraceae (12), using four different host plants under
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pot-culture conditions. They reported that Glomeraceae isolates colonized
roots before Acaulosporaceae and Gigasporaceae, and the results were in-
dependent of the host plant used.

Under monoxenic culture, Gigasporaceae is able to establish contact and
colonize a root explant within 3–10 days after coming in the vicinity of an
active root. However, the exponential extraradical mycelium growth phase
was only observed to begin 3–5 weeks after colonization, with S. reticulata
(Declerck et al. 2004). An interesting characteristic of Gigasporaceae be-
haviour is that they increase the overall colonization (number of infection
points) and extraradical mycelial growth exponentially when root activity
has decreased or ceased (Diop et al. 1992; Declerck et al. 2004).

3.2.2
Maintenance of Arbuscules

Arbuscules are considered short-lived (1–3 weeks) fungal structures found
preferentially in young, thin roots during early stages of root colonization
(Smith and Read 1997; Harrison 1999). However, arbuscules differentiated
by some Gigasporaceae isolates were found, surprisingly, to occur in hairy
root cultures that had ceased growth for several months, as observed for
Gi. rosea and S. reticulata (Diop et al. 1992; Declerck et al. 2004). The
formation of arbuscules is controlled by the host plant’s genetic machin-
ery, and the number of differentiated arbuscules has been found to be
dependent on plant identity, the availability of nutrients, and the fungal
partner (Smith and Read 1997; Harrison 1999). Are arbuscules controlled
in a different way in Gigasporaceae monoxenic cultures and in pot cul-
ture? Morton provides information regarding this question via the INVAM
website (http://invam.caf.wvu.edu). In Gigasporaceae, arbuscules are “. . .
in pot cultures, still abundant long after plants (and roots) have ceased
growth . . .”, and the persistence of the total arbuscular network in mycor-
rhizal roots of pot cultures is longer for species of the family Gigasporaceae
than for those of Glomeraceae.

3.2.3
Hyphal Healing Mechanism (HHM)

Thehyphalhealingmechanism(HHM)hasbeenreported inAMfungi since
Gerdermann (1955). More recently, Kang-Hyeon et al. (1994) have reported
wound healing in Gi. margarita, S. verrucosa and S. heterogama grown on
agar media. Artificial wounding (with a razor blade, Fig. 1) performed on
4–5 day old GT of Gi. rosea spores resulted in dead sections of hyphae. The
injured section darkened and separated from the living hyphae by a septum
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Fig.1A–D.Hyphal healing mechanisms in germinating hyphae of Gigaspora gigantea and Gi.
rosea (N. Sejalon-Delmas, unpubl. data). A Some minutes after wounding, necrosis appears
at both hyphal ends. Some cell material forms a plug which obstructed the wounded hypha,
preventing cytoplasmic leakage. After 15 min, a septum forms to isolate the hyphal necrotic
ends.BEmergence, after 4h,of two lateral branches fromone live section.Note thedifference
of growth of the two branches. C Growth of the two lateral branches towards a new single
branch emerging at the opposite side of the injured hyphae. D Both ends are reconnected
(16 h). B Lateral branches, N necrotic part of the hypha, P plug, R scrape of the razorblade,
S septum

within 15 min. After 4 h, two branches grew from both sides of the section,
just behind the septum. The branch emerging from the hypha linked to the
spore always became dominant. Branches were attracted to each other, and
a fusion was observed tip to tip about 7 h after wounding. Average attrac-
tion distance may be calculated as distance/number of tip-to-tip contact,
established for anastomoses recording. In Gi. rosea, this average attraction
distance is 396 µm, the value being 512 µm for Gi. gigantea. When the dis-
tance between the two parts of the hyphae to repair was too long, several
branches were formed, while in the case of the wound being too close to
the spore, only one new GT was formed and no fusion with the adjacent
hyphae was observed. Numerous cellular events are probably involved in
HHM: (1) chemical attraction, (2) hydrolysis of the cell wall during cell-to-
cell contact, involving autolytic enzymes, and (3) cytoplasmic plasmogamy
occurring after membrane fusion, presumably in a manner similar to that
of vesicles and organelles fusing with other membranes in eukaryotic cells.
Concerning the chemical attraction signal, the proposed hypothesis is that
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every growing cell produces a single, specific labile substance, and has
a steep concentration gradient. The hyphal tip would be sensitive to a crit-
ical concentration of this substance, and responds by growing towards this
increased concentration. However, nothing is known about signal trans-
fer, the recognition leading to contact and fusion. The latter event will
probably involve cytoskeleton rearrangements and also nuclear exchanges
(Giovannetti et al. 1999). The phenomenon described here for germinating
spores has also been described on monoxenic cultures of G. intraradices
(Bago et al. 1999), Gi. rosea (Bécard and Piche 1989a) and S. reticulata (de
Souza and Declerck 2003). The characterization of the mode of action and
efficiency of the HHM can give clues about the organisms’ LHS, because
k-strategists and/or stress-resistant organisms are expected to evolve better
defence and repair mechanisms than r-strategists (Pianka 1970).

3.2.4
Anastomosis

Anastomosis is a process of hyphal fusion between compatible fungi, re-
sulting in the formation of mycelial networks and allowing exchange of
genetic material. Tommerup (1988) described anastomosis in G. monospo-
rum and A. laevis. This author demonstrated the absence of anastomosis
between different species, and recorded anastomosis events only between
isolates of one and the same species. These results were confirmed by Gio-
vannetti et al. (2003) on different Glomus strains. As previously reported
for Acaulospora, no anastomosis could be found on germinating spores of
Gi. rosea and S. castanea (Giovannetti et al. 1999). Recently, anastomosis
was observed in S. reticulata growing under monoxenic culture, but it was
restricted to branches of the same hypha and only observed in thin hyphae
linked with branch absorbent structures, never between runner hyphae (de
Souza and Decleck 2003), or always correspond to a hyphal bridge (de la
Providencia et al. 2005).

4
Genetic Diversity and Phenotypic Variation

The genetic diversity and phenotypic variation in AM fungi need to be
understood within a phylogenetic context to be linked with life history
traits. In addition, the species concept in AM fungi must be refined to ad-
dress ecological and evolutionary questions. In this sense, the cultivation of
AM fungi in monoxenic culture offers an excellent basis to undertake such
studies. Koch et al. (2004) published the first article exploring the potential
of monoxenic culture to study quantitative genetic traits in a population
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of AM fungi obtained from the field. To relate phenotypic traits with life
history, they measured hypha growth rate and spore production between
different isolates. The maintenance of isolated individuals from a popula-
tion in a constant environment (monoxenic culture) for several generations
allowed them to directly link phenotypic variation and variation in quan-
titative genetic traits. In addition, they took advantage of the monoxenic
system to produce fungal cultures free of alien DNA, in quantity and quality
necessary for applying genomic fingerprint techniques such as amplified
fragment length polymorphism (AFLP; Koch et al. 2004).

4.1
Vegetative Compatibility Test (VCT)

In terms of the species concept, VCT can be used to determine species
boundaries in fungi. In Gigasporaceae, spontaneous pairing between ger-
minating sporeshasneverbeenobserveddue to theabsenceof anastomoses
(Giovannetti et al. 1999). For this reason, Séjalon-Delmas developed a sim-
ple and efficient VCT method, based on a wound-healing mechanism. The
method consists in germinating two spores side by side. After germination,
the apicesof theGTof the two spores are cutoff. SporeAremains in theplate
and its cut GT apex is removed, while spore B is removed and its GT apex
remains in the plate. When the two spores are compatible, lateral branches
develop from each part, forming a connection bridge. When somatic cross-
ing experiments involved daughter spores from a monosporal monoxenic
culture, 80% of fusion was obtained. This result is slightly lower than the
percent of repair observed for HHM. The 20% of failure in the crossings
may be due to a traumatic cutting. Somatic crossings were never observed
between spores from different species, and only seldom between spores
originating from different monoxenic cultures (Sejalon-Delmas, unpubl.
data). These results strongly suggest that hyphal fusion in Glomeromycota
is genetically controlled. It is interesting to note that in Glomus, like in Gi-
gaspora genera, no tropism occurs between the hyphae of different spores,
the incompatibility response being represented by protoplasm retraction
and septum formation in the approaching hyphae, prior to any physical
contact (Sejalon-Delmas, unpublished data).

The molecular identification of Gigaspora at species or even at strain
levels has been obtained using PCR-denaturing gradient gel electrophoresis
(DGGE). The approach is based on the discrimination of the intragenomic
polymorphism of nuclear ribosomal (nrRNA) genes (de Souza et al. 2004).
The combination of the VCT and PCR-DGGE methods can be used for the
rapid and efficient genetic characterization of Gigasporaceae diversity for
field as well as laboratory studies.
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5
Life History Strategy (LHS) of Gigasporaceae,
as Revealed Using Monoxenic Cultures

The few available data for comparative analyses of Gigasporaceae and
Glomeraceae LHS were obtained from experiments focused on growth
kinetics and development characteristics, such as the timing of the first
daughter spore produced, the rate of sporulation, and the duration of
the reproductive phase. These characteristics differed between S. reticu-
lata and the following Glomus species: G. caledonium, G. intraradices and
G. proliferum (Fig. 2A). G. proliferum and G. intraradices formed their first
daughter spores after 1 week in culture, and G. caledonium after 2 weeks,
while S. reticulata produced its first daughter spore only after 12 weeks of
continuous culturing. G. caledonium and G. intraradices reached the sta-
tionary phase after 15 weeks, and G. proliferum after 17 weeks. In contrast,
S. reticulata continued to produce spores until week 33, i.e. more than
8 months after starting the culture (Fig. 2A).

Life histories patterns are often related to variation in reproductive
activity, or reproductive effort which measures the amount of available
resources allocated to reproduction over time (Begon et al. 1996). How-
ever, reproductive effort is difficult to measure. One simple way to have
an idea about reproductive effort is by calculating the Malthusian fitness
(MF). The MF, in this case, compared the instantaneous change of spore
production over time in relation to the starting inoculum (Fig. 2B). For
a discussion about the application of MF to filamentous fungi, the reader
can refer to Pringle and Taylor (2002). The evolution of the MF in S. retic-
ulata was clearly different from that of the Glomus species (Fig. 2B). The
same trend was observed in other species of these two families cultured
under monoxenic culture conditions (Fig. 3). Gigasporaceae species stud-
ied in monoxenic culture have shown a short overlap of sporulation with
the active growing phase of the roots, while Glomus species sporulate con-
comitantly with the root growth (Fig. 3). These observations suggest that,
for these species cultured under monoxenic culture, Gigasporaceae and
Glomeraceae concentrate their reproductive efforts at different times. Gi-
gasporaceae favour somatic growth, whereas Glomeraceae favour repro-
duction.

The reproductive phase in Gigasporaceae seems to be linked with a crit-
ical extraradical mycelium biomass. For S. reticulata, the first daughter
spores were produced after 12 weeks, when a biomass of 1360 ± 625 cm of
extraradical mycelium length and 501 ± 96 AC was reached (Declerck et al.
2004). Gi. margarita and Gi. rosea produced the first daughter spores after
8–10 weeks of culturing. However, the reproductive phase can be extended
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Fig.2. A Sporulation dynam-
ics of three Glomus spp. and
Scutellospora reticulata un-
der monoxenic culture condi-
tions. B Weekly evolution of
the Malthusian fitness for the
sporulation dynamics showed
in A (No was 1, 10, 10 and 1 for
G. caledonium, G. proliferum,
G. intraradices and S. reticulata
respectively). (Modified from
Declerck et al. 2001, 2004)

over 1 year, suggesting a long mycelium lifespan (Diop et al. 1992; Gadkar
and Adholeya 2000).

An interesting point comes from the fact that most fungal biomass,
including spores, obtained from Gigasporaceae isolates was generated after
the root had ceased growth. At this time, one part of the resources in the
medium was already consumed by the root culture (Diop et al. 1992),
indicating a capacity of Gigasporaceae to live and reproduce with a small
portion of the resources available (Fig. 3). This scenario is similar to the
conditions expected for competitive species (Grime 1979), referring to the
k-strategist concept (McArthur and Wilson 1967; Pianka 1970).

The comparative sporulation rates of Gigasporaceae and Glomus species
revealed a clear negative correlation between the size and the number of
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Fig.3. Schematic representation of mycelium development and activity (black arrows) and
sporulation (double-headed arrows) periods of eight Glomus and three Gigasporaceae
species under monoxenic culture conditions. Glomus and Gigasporaceae species repre-
sented were G. caledonium (Declerck et al. 2000), G. clarum (de Souza, unpubl. data),
G. etunicatum (Pawlowska et al. 1999), G. fasciculatum (Declerck et al. 1998), G. intraradices
(Declerck et al. 2000), G. macrocarpum (Declerck et al. 1998), G. proliferum (Declerck et al.
2000), G. vesiforme (Declerck et al. 1998), and Gi. margarita (Gadkar and Adholeya 2000),
Gi. rosea (Diop et al. 1992), S. reticulata (Declerck et al. 2004) respectively

–53

Fig.4. Spore production in relation to spore volume of five Glomus and two Gigasporaceae
under monoxenic culture conditions. Data from Declerck et al. 2000, 2004; Diop et al. 1992
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differentiated spores (Fig. 4), which is a typical trade-off (Begon et al. 1996).
One consequence of a higher allocation of resource for a small progeny is
that the offspring will have a higher quality or vigour and, consequently,
higher chances of survival than species which produce low energy cost
propagules.

5.1
Co-Existence and Competition Experiments Under Dixenic Culture

The direct assessment of coexistence and competition of AM fungi under
dixenic culture can be exemplified by the completion of Gi. margarita and
G. intraradices life cycles when co-cultured on an excised root culture (Ti-
wari and Adholeya 2002). The sporulation patterns observed in this dixenic
culture were similar to the patterns reported for monoxenic cultures, i.e.
G. intraradices started and ceased to form spores earlier than Gigaspora.
The assessment of fungal competition can be carried out by comparing,
for example, the sporulation of two AM fungi growing in monoxenic and
dixenic cultures. Such systems can also be adjusted to assess the effects
of predators on different AM fungal species, for instance, collembolans.
The possibility of studying competition under monoxenic culture might
facilitate the implementation, execution and quantification of experiments
by allowing a precise control of the resources used, easy maintenance, and
direct quantification over time.

5.2
Ecological Implications of the Gigasporaceae Life History Strategy

The Gigasporaceae isolates studied in monoxenic culture exhibited several
traits (investment in somatic growth rather than in reproduction, develop-
ment of large spore size and few offspring) suggesting that they are adapted
to live in stable ecosystems where inter- and intraspecific competition is
high for resources, and somatic growth is favoured over reproduction. The
fast sporulation of Glomus isolates differentiating single spores in the soil
followed the reversed trend, i.e. they seemed tobeadapted for growth indis-
turbed ecosystems rich in available resources, which favour reproduction
over somatic growth. It is important to remember the polyphyletic origin
of the genus Glomus (Schwarzott et al. 2001), which implies that different
subgroups have different evolutionary histories and potentially different
LHS. For instance, Brundrett et al. (1999) reported that sporocarp-forming
Glomus species needed much longer cultivation periods under pot-culture
conditions to produce spores than Glomus species which formed single
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spores in the soil, and this time period was even longer than that observed
for species of Gigasporaceae and Acaulosporaceae.

Life history traits reported for Gigasporaceae may imply that these
species would be negatively selected in agricultural fields cultivated with
annual crops, submitted to frequent plowing which disrupts the mycor-
rhizal mycelium (Jasper et al. 1989; Fairchild and Miller 1990). On the
other hand, fast-sporulating Glomus isolates would show the reverse trend,
i.e. positive selection. Another important advantage of Glomus in adapt-
ing to agricultural soils is its ability to survive and propagate well using
intraradical vesicles.

Root growth and AM fungi colonization consist in a dynamic process
where new and old colonization stages exist in a single root system. Conse-
quently, the coexistence of Gigasporaceae and Glomus isolates in one root
should be logically facilitated by different LHS which would allow the fungi
to explore different phases of their host’s life cycle. Coexistence between
Gigasporaceae and Glomus species can be directly observed under monox-
enic culture (Fig. 5). Within the context of this hypothesis regarding the
coexistence mechanism, Glomus isolates first colonize an active growing
root, and differentiate arbuscules which subsequently disappear with root
ageing; meanwhile, the colonization evolved forming vesicles. Later, Gigas-
poraceae colonize the same root fragment, differentiating new arbuscules

Fig.5. Co-existence of Scutellospora reticulata CNPAB11 and Glomus intraradices MUCL
43194 under monoxenic culture conditions. Note the difference in size between the Scutel-
lospora (large dark spore) and Glomus (smaller, paler spores). Most of the mycelium shown
is from S. reticulata (bar = 400 µm). De Souza unpublished data
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and expanding colonization to other roots and soil. The microcosm exper-
iment of van Tuinen et al. (1998) seems to support this hypothesis. In their
experiment, two Gigasporacaeae (Gi. rosea and S. castanea) were usually
found only co-colonizing a root fragment together with a Glomus isolate.
They suggested a mechanism of synergism between the different fungi for
colonization. Interestingly, all four species are able to grow and sporulate
when cultivated as single species.

6
Conclusions

A tremendous amount of knowledge remains to be acquired through the
practice of monoxenic and dixenic cultures of AM fungi. Several of the
avenues already explored using monoxenic cultures can be used as step-
pingstones for future investigations. Whatever discipline is concerned –
ecology, genetics, physiology – the cultivation of AM fungi associated with
transformed roots appears to be useful for investigating all of these. For ex-
ample, the advances in genetics of AM fungi will sooner or later be involved
in mutant comparisons, where it is easy to foresee the advantages of using
monoxenic cultures. This will enable to understand the functional signifi-
cance of AM fungi genetic variation, as well as the cost and benefits of key
phenotypic traits. The evaluation of fungicides, the testing of soil and plant
pollutants, the synergy with biocontrol agents, and the behaviour of fungi
predators are all practical research avenues. The framework of research
constructed using monoxenic culture allows a close follow-up and precise
measurement of growth dynamic parameters. However, the relevance of
collected data to the complexity of the natural community has to be strictly
verified using data from various sources, from a diversity of fungal strains
and cultivation methods, in order to confirm the LHS patterns observed
using monoxenic cultures. The cultivation of AM fungi in association with
transformed roots offers a standard way to compare different AM fungi, in
monoxenic or dixenic cultures. In addition, this approach allows detailed
observation and long-term experimentations.
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6 Environmental Factors That Affect
Presymbiotic Hyphal Growth and Branching
of Arbuscular Mycorrhizal Fungi
Gerald Nagahashi1, David D. Douds Jr.1

Mention of trade names or commercial products is solely for the purpose
of providing specific information and does not imply recommendation or
endorsement by the US Department of Agriculture

1
Introduction

The presymbiotic growth of arbuscular mycorrhizal (AM) fungi is im-
portant because the fungus must find a compatible host to complete its
lifecycle. The development and utilization of in vitro culture techniques
(see review by Fortin et al. 2002) have provided the way to study how var-
ious environmental factors can individually and synergistically affect AM
fungal growth during this early developmental stage. Environmental fac-
tors which include light, gaseous or volatile compounds, and nonvolatile
chemical compounds in the soil can all stimulate either hyphal growth
and/or hyphal branching. Although a recent paper has indicated the role of
light during the presymbiotic growth of AM fungi (Nagahashi et al. 2000),
most of the work on this specific stage of the fungal lifecycle has dealt with
the role of exudates and how they affect fungal growth (Elias and Safir
1987; Gianinazzi-Pearson et al. 1989) and hyphal branching (Giovannetti
et al. 1993, 1996; Buee et al. 2000; Nagahashi and Douds 2000). Soluble
chemicals in the soil are a primary environmental factor which can interact
with presymbiotic AM fungal growth in a positive or negative fashion. Al-
though work in this area with host root exudates has shown positive growth
promotion of AM fungi, some work has indicated that nonhost roots can
produce inhibitors of AM fungus hyphal tip growth (Nagahashi and Douds
2000).

Work with purified chemicals has indicated that some flavonols can
stimulate presymbiotic AM fungal growth (Bécard et al. 1992), but little
information is available on the interaction among aqueous chemical com-
pounds and their combined effect on fungal growth. This chapter aims
1US Department of Agriculture, Agricultural Research Service, Eastern Regional Research
Center, 600 E. Mermaid Lane, Wyndmoor, Pennsylvania 19038, USA, Tel.: +1-215-2336424,
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to present some recent results on the presymbiotic hyphal response to in-
teractions between a gaseous compound and chemicals, the interaction
between different aqueous chemical compounds, and the interaction be-
tween chemical compounds and light.

2
In Vitro Techniques

2.1
Spore Production and Germination

Azygospores of Gigaspora gigantea (Nicol. & Gerd.) Gerdemann & Trappe
were produced in greenhouse pot cultures on Paspalum notatum Flugge
(Nagahashi and Douds 1999). Spores were collected, isolated, sterilized,
and stored at 4 ◦C until used (Bécard and Fortin 1988). Upon germination,
plugs (each containing one germinated spore) were transferred to a 10-cm
square Petri plate of gelled M medium (Bécard and Fortin 1988).

2.2
Root Organ Cultures and Root Exudates

Ri T-DNA transformed carrot roots (Daucus carota L.) were cultured on
solid support medium as described earlier (Bécard and Piché 1992). Seg-
ments of these roots were then transferred aseptically to liquid M medium
(minus gellan) in 250-ml Erlenmeyer flasks and grown for 28 days, followed
by 7 days in M medium without phosphorus (Nagahashi and Douds 1999).
The fresh weight of roots at the end of the growth period was between 10
to 15 g per flask.

Culture filtrates were harvested by filtering through Whatman #4 filter
paper and then concentrating in SEPAK C18 cartridges. To semi-purify
the active components of the exudate, the C18 cartridge was first eluted
with 3 ml of 35% acetonitrile (this fraction was discarded and contained
the yellow-brown pigments), followed by 3 ml of 70% acetonitrile. This
fraction was dried under N2, dissolved in 2 ml of 100% acetonitrile, and
then passed through a graphitised carbon (GC) cartridge (Supelco ENVI-
Carb SPE Tubes) to remove the autofluorescing compounds in the exu-
date. The material passing through the GC cartridge was then dried under
N2 and dissolved in 0.5 ml of 70% methanol for every 250 ml of origi-
nal crude exudate. This was called the concentrated exudate fraction and
it was diluted 1:10 or 1:100 with 70% methanol for the diluted exudate
fractions.



Environmental Factors That Affect Presymbiotic Hyphal Growth 97

2.3
Incubation Conditions with CO2 and Exudate Treatments

The plugs containing germinated spores were transferred to new 10-cm
square Petri plates containing the same M medium as above, and it took
1 day at 32 ◦C in 2% CO2 for the primary germ tubes and main secondary
hyphae to grow out of the transferred plugs into the new medium. At this
time, the CO2-exposed Petri plates were kept in the same incubator for an
additional 3 days. For the minus CO2 treatment, the square Petri plates
containing the spores were taped to the inside of large, round Petri plates
(150 × 15 mm), and two cotton plugs saturated with KOH (10%, w/v) were
place inside the round dishes but not touching the square Petri plates. The
round Petri plates were placed on edge with the KOH plugs on the bottom
edge, and incubated at 32 ◦C in an ambient air incubator (with an open dish
of KOH as the initial CO2 trap) for 3 days.

Exudate was applied with the microinjection technique (Nagahashi and
Douds 1999), except that single holes in the gellan gel were filled with 5 µl
of any exudate fraction. For some experiments, the exudate (1:100 dilution)
was applied after day 1, and six injections of diluted exudate fraction were
made per germinated spore. The injections were made approximately 1 cm
fromtheedgeof theplugs, andthesporeswereallowedtogrowanadditional
3 days. The minus CO2 Petri plates were treated with exudate and sealed
with KOH traps as above and allowed to grow for three more days. At this
time, all hyphal branches of the germinated spores were counted.

For other experiments, a more concentrated exudate fraction (1:10 dilu-
tion) was used but in this case, the germinated spores were allowed to grow
2 days at 32 ◦C in 2% CO2 before applying the exudate. This allowed the
primary germ tubes and main secondary hyphae to grow approximately
2 cm from the original plug, and made it easier to treat individual hyphae.
Five µl of exudate was injected into a single hole placed approximately
2 mm from a growing hyphal tip. The Petri plates were either set up for
minus CO2 or placed in the CO2 incubator. After a further 2 days of growth,
the hyphal branches within 1 cm of the injection site were counted. Micro-
graphs were obtained with an Olympus SZH stereomicroscope fitted with
a television camera (Dage MT1, Model Series 68, Michigan City, IN 46360).
Digital images were achieved with a DT 2853 digitizing board with Image
Pro Plus software (Media Cybernetics, Silver Springs, MD 20910).

2.4
Light Experiments

Light source and light meters were described previously (Nagahashi and
Douds 2003) but for red light experiments, filtered light was used instead
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of monochromatic light. For red light, a 590-nm-long pass filter was used
which permitted maximum transmission of red light above 610 nm, and the
transmitted light was measured at 640 nm. Monochromatic light at 540 nm
was used for green light (Nagahashi and Douds 2003). For hyphal growth
studies with blue light, filtered blue light (Nagahashi and Douds 2003) was
used to expose the primary germ tube and all major secondary hyphae.
To study synergistic effects between light and exudate, the beam of light
(monochromatic or filtered) was focused on the first 8 mm of the primary
germ tube, as described below. The exudate was applied near the primary
germ tube of spores grown in the absence or presence of light (blue, green
or red).

2.5
Synergistic Effects Between Chemical Compounds

For these experiments, a filter-sterilized quercetin solution was mixed in
M medium while it was still warm after autoclaving, to yield a final con-
centration of 10 µM. The Petri plates were then filled. Controls for these
experiments were without quercetin, plus or minus exudates, while the
experimental treatments were with the quercetin, plus or minus exudates.

3
Chemical Components of Exudates or Compounds
Found in the Soil Environment
That Influence Presymbiotic AM Fungal Growth

It is clear that components of the host root exudates induce the first mor-
phological response in hyphae of germinating AM fungal spores. The fungi
respond with the prolific production of hyphal branches before any physi-
cal contact with the surface of the host root (Giovannetti et al. 1993). The
branching stimulators are constitutive components of the exudate, and the
phosphorus stress induced to the host plant drastically increased the level
of exuded branching stimulators (Nagahashi and Douds 2000). The concen-
tration of the branching stimulators may directly affect the morphology
of the branching pattern, as was demonstrated with the microinjection
technique developed earlier (Nagahashi and Douds 1999). These results
clearly showed a dose-dependent response in terms of the number of in-
duced branches as well as the type of branching pattern observed. At low
concentration, the branches were few but long and at higher concentration,
there were many short branches with a very bushy-like morphology. At very
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high concentration, the branching pattern was somewhat periodic and the
clusters resembled arbuscules (Nagahashi and Douds 2000).

Very little information is available on the interaction between chemicals
in the root environment that could influence the growth of germinated
AM fungal spores. Natural plant products such as myricetin and especially
quercetin (flavonols) have been shown to stimulate spore hyphal growth of
Gigaspora rosea, Glomus etunicatum and Glomus intraradices (Bécard et al.
1992) but not Gi. gigantea (Douds et al. 1996). Quercetin itself appears to
mainly affect the elongation growth of Gi. rosea (Bécard et al. 1992). When
germinated spores of Gi. rosea were treated with quercetin and carrot root
exudates separately and compared to a combined treatment, more branch-
ing occurred when the treatments were given together compared to the sum
of the individual treatments (Table 1). Because of this observation, the dose-
dependent morphological branching pattern observed earlier (Nagahashi
and Douds 2000) could also be interpreted another way. It is possible that
there are two types of hyphal stimulators. One type only induces elongation
growth while a second type of compound induces hyphal branches.

There is further evidence which supports the presence of signals which
induce different types of morphological responses in hyphal growth. Our
recent work with Ri T-DNA transformed roots of tomato mutants indicated
that for one type of mutant, the most aqueous fraction (readily soluble
in 25% methanol) induced one type of hyphal branching pattern, while
a more hydrophobic fraction (soluble in 50% methanol) induced another
(Fig. 1). Experiments are under way to examine the number of hyphal
branches induced and the type of branching pattern observed when these
two fractions are mixed together.

Fig.1. Tracings of two different types of morphological branching patterns of Gigaspora
gigantea induced by two different fractions isolated from a transformed tomato root mutant.
Left The branching pattern induced by a hydrophilic fraction (dissolves readily in 25%
methanol). A primary germ tube and a major secondary hypha are shown. Right The
branching pattern induced by a more hydrophobic fraction (dissolves in 50–70% methanol).
A primary germ tube and a major secondary hypha are shown
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Table 1. Gigaspora rosea spores germinated in plates with or without 10 uM quercetin and
then exposed to 70% ethanol (control) or carrot root exudate dissolved in 70% ethanol.a

(Data from Table 2 of Nagahashi and Douds 2000)

Treatment Branches off primary hyphaeb Branches off secondary hyphaec

Control 6.7c 0.1d
Control+exudate 12.2b 1.5c
Quercetin 6.7c 3.6b
Quercetin+exudate 21.6a 15.5a

a Numbers in the same column followed by the same letter are not significantly different
(α = 0. 05, Tukey’s method of multiple comparisons)
b Means of six observations
c Means of six spores, four hyphae per spore

4
Effects of Volatile Compounds
on Presymbiotic AM Fungal Growth

It has been suggested that volatile compounds also are involved in the
establishment of a successful symbiosis (Koske 1982). With the exception
of one report, suggesting the beneficial stimulation of hyphal growth with
ethylene (Ishii et al. 1996), the only gaseous compound which has been
well documented for influencing the symbiosis is CO2 (Saif 1984). In three
host plants grown on soil maintained at 16% O2 with variable CO2, the
percentage of root length colonized with Glomus macrocarpum as well as
the number of vesicles in the roots were both greater at 0.5% CO2 compared
to no CO2 (Saif 1984). The optimum CO2 concentration ranged from 2 to
4% CO2, depending on the host plant. Gryndler et al. (1998) showed that
the growth of intraradical hyphae of Glomus fistulosum was stimulated with
3% CO2. The growth of the extraradical hyphae also was decreased when
CO2 was removed from the Petri plates containing roots associated with
AM fungi in monoxenic culture (Bécard and Piché 1989).

The effect of CO2 on the free-living or presymbiotic hyphal growth
of Gi. rosea was demonstrated by Bécard and Piché (1989). A 17.5-fold
increase in hyphal length of germinated spores in the presence of 2%
CO2 was observed when compared to controls grown in the absence of
CO2 (Bécard et al. 1992). The synergistic stimulation of AM fungal hyphal
length with CO2 and root exudates was shown for Gi. rosea (Bécard and
Piché 1989). Indeed, there was a five- to sixfold increase in hyphal growth
when exudate and 0.5% CO2 were given together, compared to the sum
of the individual treatments. Autoradiography showed that the 14CO2 was
taken up and incorporated by the fungus (Bécard and Piché1989). This
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was later confirmed by Bago et al. (1999) using 13C NMR spectroscopy.
They concluded that 13CO2 was metabolized via dark fixation and utilized
in gluconeogenesis to synthesize trehalose, or in amino acid synthesis to
produce arginine. The exact nature of the role of environmental CO2 in the
stimulation of fungal growth, beyond that of its minor nutritive effect, is
unknown.

Other work showed a growth stimulation response with CO2 and a puri-
fied compound (quercetin) for G. etunicatum and G. intraradices (Bécard
et al. 1992; Chabot et al. 1992). One report (Bécard et al. 1992) also showed
that Gi. rosea had a nice growth response with 2% CO2 and quercetin or
myricetin. More significantly, they showed a 2.5-fold synergistic stimu-
lation of hyphal growth when 2% CO2 and 10 µM quercetin were given
together (206.2 mm), compared to the sum of the individual treatments
(38.4 mm for 2% CO2 and 43.6 mm for 10 µM quercetin).

4.1
Effects of CO2 on the Hyphal Growth
of Germinated Gigaspora Gigantea Spores

For the experiments reported here, a germinated spore was transferred
in a plug of medium to a fresh Petri plate and allowed to grow 1 day
at 32 ◦C in 2% CO2. This allowed the primary germ tube to grow out of
the plug into the new medium. At this time, CO2-exposed Petri plates
were kept in the same incubator for an additional 3 days, while minus
CO2plates were treated as outlined above. Spores grown for 4 days in the
presence of 2% CO2 exhibited 56% more growth compared to the minus
CO2 control (Table 2). This was not as remarkable as the 17.5-fold increase
in growth observed for Gi. rosea (Bécard et al. 1992). However, this is yet
another AM fungus in which CO2 stimulation has been verified (Balaji et al.
1995).

Table 2. Growth of Gigaspora gigantea for 4 days in the presence and absence of 2% CO2

and in the presence of a semi-purified root exudate (1:100 dilution) plus and minus CO2.
Branches and auxiliary cells were the total per germinated sporea

Treatment Hyphal length Germ tube Auxiliary cells Branches
(cm) (cm)

Minus CO2 10.9 ± 1.3 5.0 ± 0.1 1.9 ± 0.4 6.3± 1.8
Plus CO2 17.0 ± 0.4 5.2 ± 0.3 1.0 ± 0 8.0± 0.6
Exudate–CO2 19.6 ± 3.4 4.5 ± 0.3 2.5 ± 1.6 23.0± 3.1
Exudate+CO2 35.7 ± 4.8 5.8 ± 0.1 3.8 ± 1.4 60.8 ± 10.2

a Each number represents the mean of four observations ± SEM
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When exudate was given to Gi. gigantea in the presence and absence
of CO2, a synergistic stimulation in hyphal length was observed with CO2

(Table 2). The basal growth was 10.9 cm, the growth due to CO2 was 6.1 cm,
and the exudate-induced growth was 8.7 cm (total = 25.8 cm), while the
average hyphal length induced with exudate and CO2 given together was
35.7 cm (Table 2). This result showed a 38% increase over the predicted
growth of the individually given treatments, but it was not as great as
reported for Gi. rosea (164%, Becard et al. 1992).

Furthermore, a synergistic stimulation in hyphal branching was ob-
served forGi. gigantea (Table2).Thenumberof totalhyphalbranches/spore,
in the presence of both CO2 and exudate, was twice as high as the sum of
separate treatments of CO2 and exudates (Table 2). This observation was
verified by treating the individual hypha with a more concentrated exu-
date fraction (1:10 dilution), and the results showed a 2.7-fold increase in

Fig.2. Micrographs of the hyphal branches of Gigaspora gigantea induced by treatment with
a concentrated exudate fraction in the absence (left) and presence (right) of 2% CO2
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branches with CO2 and exudate together, compared to the sum of individual
treatments (data not shown).

A final observation was noted in the morphological change of the hyphae
when exposed to a concentrated exudate fraction in the presence of CO2.
Concentrated exudate caused the hyphal branches to take on crinkled and
arbuscular-like branched structures (Nagahashi and Douds 2000). These
arbuscular-like branches have been observed in extraradical hyphae of col-
onized roots but, until recently, not in hyphae during the presymbiotic
stage. These arbuscular-like branched structures only occur in the presym-
biotic stage with concentrated exudate, in the presence of 2% CO2, and not
in the absence of CO2 (Fig. 2).

5
The Effect of Light on the Presymbiotic Growth of AM Fungi

A recent report (Nagahashi and Douds 2000) has clearly demonstrated
that a third physical environmental factor, light, can also stimulate hyphal
branching. White light-stimulated hyphal branching in germinating spores
of Gi. gigantea, Gi. rosea and G. intraradices (Nagahashi et al. 2000) and
subsequent work reported the first action spectrum for light-induced hy-
phal branching for any fungus (Nagahashi and Douds 2003). These results
clearly indicated that near-UV A light (390 nm) and blue light (430 nm)
were the most efficient wavelengths for inducing hyphal branching of AM
fungi (Fig. 3). There was a small response with green light and a minor
response in the red light region (Fig. 3, inset) but these responses were
very inefficient when compared to the micromoles of blue or UV A light
which induced branching (Nagahashi and Douds 2003). This is mentioned
because a recent report has indicated the stimulation of hyphal length of Gi.
margarita with red light, although an action spectrum was not performed
in this case (Yachi et al. 2001).

Recent work with both filtered blue light or filtered red light has indicated
that light did not affect the overall hyphal growth of germinated spores.
For these experiments, filtered light was used in order to expose the whole
Petri plate. The lengths of the primary germ tubes which were exposed
to blue (6.8 ± 0.1 cm) or red light (6.6 ± 0.2 cm) were the same as the
dark controls (6.2 ± 0.1 cm). The overall growth (including all the major
secondary hyphae), measured by the grid-line intersect method, showed
the same response (data not shown). However, whenblue, green, or red light
was used in conjunction with carrot root exudates, a synergistic stimulation
between light and host root exudates on the hyphal branching response of
AM fungal germ tubes was observed. The results presented here show that
the sum of the individual treatments of dilute exudate and long exposure
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Fig.3. Action spectrum for the induction of hyphal branches of Gigaspora gigantea. Relative
efficiency of light-induced hyphal branching between 340 and 700 nm. Inset Data taken from
the action spectrum reported by Nagahashi and Douds (2003) are plotted here. Although
two other peaks are apparent (one at 540 nm and another at approximately 640 nm), these
wavelengths were very inefficient for inducing hyphal branches compared to light at 390
and 430 nm

to low-intensity monochromatic blue light was less than the total branches
induced when both treatments were given simultaneously (Table 3).

To assess the interaction of green or red light and exudates, consider-
ably higher light intensities were necessary than for studies with blue light,
due to their relative efficiencies (Fig. 3). Experimental conditions for green
light emitted from a monochromator were 35 µmol s−1 m−2 with an expo-
sure time of 4 h and, for filtered red light, 1000 µmol s−1 m−2 for 15–30 min.
For green light, the sum of hyphal branches for the individual responses
was less than when both treatments were applied together (Table 4). Sim-
ilarly, the presence of red light and exudate together induced a 2.4-fold
increase in hyphal branching over the sum of the individual treatments
(Table 4).

There also was a recent report which showed a synergistic branching
response between light and a purified chemical compound (Nagahashi et al.
2000). When germinated spores of Gi. rosea were exposed to quercetin and
white light simultaneously, more branches were induced (2.4-fold increase)
when compared to the sum of the individual treatments (Table 5).
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Table 3. Synergistic stimulation of hyphal branches of Gigaspora gigantea with monochro-
matic blue light (390 nm, 0.8 µmol s−1 m−2 for 10 h) and dilute exudate from carrot rootsa

Treatment Hyphal branches induced

Exudate 4.25 ± 0.52
Blue light (390 nm) 1.00 ± 0.31
Blue light+exudate 14.00 ± 1.60

a The exudate was mixed into the Petri plates and germinated spores were transferred to the
plates and grown for 3 days. Only the apical 8 mm of the primary germ tube was exposed.
The blue light exposure and exudates treatment were given simultaneously. Branches were
counted 16 h after the blue light exposure

Table 4. Synergistic stimulation of hyphal branches of Gigaspora gigantea with green light
(540 nm, 35 µmol s−1 m−2 for 4 h) or red light (640 nm, 1,000 µmol s−1 m−2 for 15 min) and
dilute exudates from carrot rootsa

Treatment Hyphal branches induced

Exudate 4.00 ± 1.10
Red light 1.00 ± 0.27
Red light + exudate 11.75 ± 1.00
Exudate 3.00 ± 0.42
Green light 1.70 ± 0.37
Green light + exudate 10.90 ± 1.06

aThe light treatmentwasgivenfirst and immediately followedbyamicroinjectionof exudate.
Branches were counted 16 h after injection. Means of ten observations per treatment± SEM

Table 5. The effect of high light intensity (10,800 µE s−1 m−2) on the branching of primary
(1) and secondary (2) hyphae of germinated G. rosea spores. The germinated spores were
grown in the presence and absence of 10 µM quercetin, and either kept in the dark or treated
with light.a (Data taken from Table 1 of Nagahashi et al. 2000)

Treatment 1 2

Dark control 1.4c 0.0c
Dark + quercetin 1.8c 0.0c
Light (15 min) 5.8b 5.5b
Light + quercetin 15.8a 16.0a

a Means of six observations; numbers in the same column followed by the same letter are
not significantly different (Tukey’s method of multiple comparisons, α = 0. 05)

Finally, there is some evidence that blue light and compounds in a host
root exudate appear to trigger the same second messenger involved in
the hyphal branching response (Nagahashi and Douds 2004). This was
demonstrated by using the synergistic response between blue light and
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exudate. The primary germ tube of Gi. gigantea was first exposed to blue
light, and then exudate was applied at prolonged intervals after the initial
exposure. The loss of the synergistic response was used to determine the
stability of the second messenger. These results indicated that the second
messenger was stable or active for at least 3 h.

6
Conclusions

In general, AM fungal spores can germinate without the presence of root ex-
udates. However, components of the exudates can stimulate fungal growth,
hyphal branching and AM fungal colonization rate (Bécard and Piché 1989,
and references therein). The prolific hyphal branching from germinating
spores induced by host root exudate components is well documented (Gio-
vanetti et al. 1993; Buee et al. 2000; Nagahashi and Douds 2000), and the
types of branching patterns observed with isolated exudate components are
the same as when a hyphal tip approaches a host root in monoxenic culture
(Nagahashi and Douds 2000). Recent reports have indicated that multiple
genes are expressed when a germinated spore is treated with host root
exudates (White et al. 2003; Tamasloukht et al. 2003), and the expression
of certain fungal genes occurs hours before the intense hyphal branching
is observed (Tamasloukht et al. 2003). Both of these reports have used, at
best, semi-purified exudate preparations, so purification and identification
of a branching stimulator are paramount in determining which genes are
specifically related to hyphal branching. Recent evidence also suggests that
there are either several different types of compounds or there is a single,
major type of compound with variable side groups that can induce hyphal
branching (Nagahashi and Douds 2000). We should also be aware that there
might be separate factors for elongation growth and hyphal branching.

Not all root exudates and other compounds present in the soil envi-
ronment affect AM fungi in a positive fashion. A nonhost root can exude
hyphal tip inhibitors which delay the rapid growth of AM fungi (Naga-
hashi and Douds 2000). In addition, some naturally occurring flavonoids
can also inhibit AM fungal growth (Bécard et al. 1992). In the presence of
a nonhost inhibitor, Gi. gigantea exhibits an interesting recovery mecha-
nism. Although the hyphal tip stops growing, a recovery branch behind
the inhibited tip forms and starts to grow. This tip inhibition, followed by
recovery branch formation, can go through many cycles until the newest tip
is far enough from the nonhost root to resume normal growth (Nagahashi
and Douds 2000).

ThestimulationofAMfungalgrowthbyCO2 is theonlywell-documented
volatile interaction with germinated spores. The CO2 synergism is a very
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interesting phenomenon. Ecologically, the synergistic interaction is some-
what of a safeguard for the fungus, so that the germinated spores will not
exhaust their reserves in the presence of CO2 generated by soil microflora.
On the other hand, the presence of CO2 from a host root and the simulta-
neous presence of exudates would stimulate profuse branching and result
in much more surface contact with the host root and, hence, successful
colonization.

The other interesting observation with CO2 is its effect on the mor-
phology of a presymbiotic branching cluster. In the presence of CO2, the
branches start to look arbuscular-like, so it is possible that the presymbiotic
branching structures (Fig. 3) have a physiological function such as nutrient
uptake. The arbuscular-like structure shown is very reminiscent of actual
intraradical arbuscules present in the colonized root. The intraradical ar-
buscules are believed to be the site of nutrient exchange between host and
fungus (Bonfante-Fasolo 1984; Smith and Smith 1990). Morphologically
similar arbuscular-like branched structures have been observed in the ex-
ternal hyphae of clover root cultures colonized by Glomus mosseae(Mosse
and Hepper 1975), and this has been verified for another AM monoxenic
culture (Bago et al. 1998). These arbuscule-like structures have recently
been renamed as branched absorbing structures (BAS). The BAS appear
at regular intervals along a runner hypha, and they have a similar mor-
phology, developmental features and cytological features to intraradical
arbuscules. Although the BAS and presymbiotic arbuscular branches we
observed (Fig. 3; Nagahashi and Douds 2000) are similar in appearance,
cytological studies of presymbiotic branching structures have not yet been
made. These presymbiotic branching structures also occur with regularity
along a major hypha (Nagahashi and Douds 2000), and require CO2 to
form (Fig. 3). Although it has been demonstrated that the removal of CO2

can inhibit extraradical mycelial growth (Bécard and Piché 1989), a CO2

requirement for the formation of intraradical arbuscules or BAS has not
been demonstrated. The three morphologically similar types of branched
structures may all have a similar function in nutrient uptake (or, as in the
case of arbuscules, nutrient exchange) but the actual involvement of BAS
or presymbiotic arbuscular-like branches in nutrient uptake processes still
needs to be determined.

The effect of light on the branching of AM fungi was not totally sur-
prising, since light (especially blue light) can stimulate various processes
of other soilborne fungi (Gressel and Rau 1983). The fact that blue light
and host root exudates synergistically stimulate hyphal branching can in
part help explain why maize seedlings, grown in soil in mini ant farm
containers, had a higher percent root length colonization, when roots were
directly exposed to light, compared to the dark control (Nagahashi et al.
2000). The fact that hyphal branching from germinating spores induced by
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blue light requires only low intensity is consistent with the low penetration
of soil by blue light (Bliss and Smith 1985). Much higher-intensity green
light or red light is necessary to stimulate hyphal branching, but red light
also penetrates deeper and more readily into various soil types (Bliss and
Smith 1985). Light penetration into soil in the presence of certain chemical
compounds or host root exudates could interact synergistically to increase
the chances of a hyphal tip to come in contact with the epidermal surface
of a host root, which would lead to the colonization of the root. This phe-
nomenon would be most significant in recently tilled soils or when spores
germinate near roots at or very near the soil surface.

Athoroughunderstandingofpresymbiotic signalling/recognitionevents
and host root-induced morphogenetic regulation of AM fungi is likely to
be essential for the eventual axenic culture of these obligate symbionts. The
synergism demonstrated among gaseous compounds, soluble compounds,
and physical environmental factors indicates that achieving this under-
standing will be a challenge. However, synergistic responses to different
environmental cues may indicate common steps, such as the activation of
particular second messengers during hyphal branching, and this could be
unraveled with in vitro culture techniques.
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7 Breaking Myths
on Arbuscular Mycorrhizas in Vitro Biology
Bert Bago1, Custodia Cano1

1
Introduction

“For a critical study of the effects of vesicular-arbuscular mycorrhiza on
plant growth, typical infections must be produced under controlled micro-
biological conditions”. With those initial words, Mosse published in 1962
a research article in which the establishment of “vesicular”-arbuscular my-
corrhizas under “aseptic” conditions was first reported. Mosse, together
with Hayman and some other early mycorrhizologists, were pioneers in
suggesting the importance of this mutualistic symbiosis (Mosse 1953, 1956,
1957; Mosse and Hayman 1971; Hayman and Mosse 1971, 1972). Soil mi-
crobiologist and phytopathologist as she was, Mosse was conscious of the
necessity of fully understanding the biology of a given micro-organism, in
order to obtain some indication for its subsequent manipulation and use
in particular situations.

Mosse’s first “aseptic” mycorrhizal cultures were, in fact, dixenic (i.e. the
AM fungus plus two foreign organisms; Williams 1992) cultures between
the AM fungus known at that time as Endogone sp., sterile-raised seedlings
of different plant species, and Pseudomonas sp. The author claimed that
the presence of such soil bacteria was necessary for the symbiosis to be
established (Mosse 1962; see also Mugnier and Mosse 1987). It was not
until 1975 that Mosse and Hepper reported the first in vitro co-culture
between a root organ and a contaminant-free inoculum from a glomalean
species (Endogone mosseae). However, and perhaps due to the difficulty of
maintaining such dual cultures, this in vitro technique was almost forgotten
for more than a decade.

In 1986 and 1987, Strullu and Romand initiated a series of papers
demonstrating the high potential of mycorrhizal root pieces and isolated
intraradical vesicles for the establishment of monoxenic cultures. Both
papers pioneered the use of this intraradical fungal material for in vitro
culturing, nowadays used for some high-number vesicle-forming Glomus

1Dpto. Microbiología del Suelo y Sistemas Simbióticos, Estación Experimental del Zaidín
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Soil Biology, Volume 4
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species (Diop et al. 1994; Simoneau et al. 1994; Declerck et al. 1996, 1998,
2000). Great, but unsuccessful, efforts were made in the meanwhile, mainly
by Hepper and coworkers, to produce AM fungi in axenic cultures from
spores (Hepper and Smith 1976; Hepper 1979, 1981, 1983, 1984, 1987; Hep-
per and Jakobsen1983).As a result of these studies, certainphysicochemical
conditions, such as a 2% CO2 atmosphere, the addition of some organic
acids, amino acids, vitamins, sulphur compounds, root exudates (revised
by Hepper 1984; Azcón-Aguilar et al. 1998) or even suspension-cultured
plant cells (Carr et al. 1985) to the culture media were found to enhance
germ-tube development, but only to a very limited extent. Nowadays, we
still have no choice but to consider glomalean fungi as obligate biotrophs
(Bago and Bécard 2002).

In 1988, Bécard and Fortin reformulated the experimental conditions
for AM monoxenic cultures to be easily maintained, using the idea of
Mugnier and Mosse (1982) of using Ri T-DNA transformed carrot roots
as the host. Unfortunately, little attention and much disbelieve were given
to this major contribution when it was first discussed at the 8th North
American Conference on Mycorrhizas (Jackson Hole, WY, USA; Bécard
and Piché 1990). As a proof of this, few reports of the use of AM monoxenic
cultures were published between 1988 and 1996 (Bécard and Piché 1989a,
b, 1992; Chabot et al. 1992; Diop et al. 1992, 1994; Simoneau et al. 1994;
Elmeskaoui et al. 1995; Mathur and Vyas 1995; Nuutila et al. 1995), most of
them produced by the same research groups and being just modifications
on the experimental systems published earlier. In particular, the Diop et al.
(1994) paper could be considered as the first report of thousands of Glomus
spores produced in vitro (with root pieces as inoculum), and the first
demonstration of the daughter spores being able to re-establish in vitro
and in vivo mycorrhizas.

A crucial date in the widespread use of AM monoxenic cultures was
1996, when an important improvement in this experimental system was re-
ported–bymeansofbi-compartmentedPetri plates, St-Arnaudet al. (1996)
achieved the physical separation of the AM fungal extraradical mycelium
(ERM) from the host root and its immediate environment. This resulted
in the possibility of obtaining large amounts of AM fungal material in one
compartment (the “hyphal compartment”, HC), especially spores, which
nevertheless maintained a symbiotic nature (i.e. the fungus was still con-
nected to the host root, but spatially separated from it). First reports on
AM physiology carried out in vitro were published immediately by using
that system (Bago et al. 1996; Villegas et al. 1996), and other descriptions
on AM fungal cell cycle, ERM morphogenesis and AM fungal colony de-
velopmental dynamics promptly followed (Declerck et al. 1996a, b, 1998,
2000; Bago et al. 1998a, b, 1999). Later on, and combining AM monox-
enic cultures with other powerful techniques, important advances in our
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knowledge of AM fungal cytology, biochemistry and physiology have been
achieved (Jolicoeur et al. 1998; Pfeffer et al. 1998, 1999; Bago et al. 1999a,
b, 2000, 2002, 2003, 2004a, b; Declerck and Van Coppenolle 2000; Hawkins
et al. 2000; Joner et al. 2000; Koide and Kabir 2000; Declerck et al. 2001;
Lammers et al. 2001;Nielsen et al. 2002; Tiwari and Adholeya 2002). More
recently, molecular biologists have realized that AM monoxenics produced
the optimal fungal material to carry out their studies. Indeed, the first suc-
cessful amplification of ribosomal DNA from an AM fungus was done by
using monoxenically produced spores (Simon et al. 1993) and, after bi- and
multi-compartmental monoxenics development, an increased number of
AM molecular biologists adopted these systems (e.g. Lammers et al. 2001;
Maldonado-Mendoza et al. 2001; González-Guerrero et al. 2004). In sum-
mary, a change of mood has occurred in mycorrhizologists quite recently
with respect to AM monoxenic cultures – from profound skepticism to
general acceptance, and from a residual to a widespread use. The danger
of all this consists in researchers using AM monoxenics just as a tool to
get large amounts of fungal material, paying little or no attention to the
type (i.e. developmental stage) and quality of material they are collecting.
Indeed, the unadvertised misuse of AM monoxenics could result in poor
or inappropriate AM material and, consequently, in inaccurate results and
interpretations.

This chapter aims to warn about such misuses, and to address some of
the questions, skepticisms and myths raised by AM monoxenic culturing.
Final take-home messages should be that (1) AM monoxenics are far more
than just a routine technique, (2) easy, but strict protocols should be fol-
lowed for success and, most importantly, (3) some training/expertise on
AM establishment, fungal colony development and hyphal morphogene-
sis under such conditions is mandatory for researchers aiming to use this
technique, to be able to certify the quality of the material obtained and,
consequently, the reliability and accuracy of the results obtained.

2
Questioning AM Monoxenic Cultures

2.1
Are AM Monoxenic Cultures Devices Too Artificial to Trust?

One of the most frequent criticisms against AM monoxenic cultures is
that these are too artificial to trust any results obtained with them. While
recognizing the limitations of the system, which will be addressed below,
it is at least curious that most researchers making such statements use
wholeplants growing inpots inhighly controlled environments,whichhave
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little or nothing to do with natural conditions. There are certainly some
differences in AM fungal development when growing in Petri plates versus
pot microcosms and in nature (see below), but these could be minimized
if one is aware of them. Fortunately, the benefits obtained by using AM
monoxenic cultures (in terms of increase in our knowledge of AM fungal
biology) have by now convinced quite a few of these former skeptics.

The most convincing proof supporting the suitability of monoxenic cul-
tures for AM research is the fact that AM fungi form, both intra- and
extraradically, typical symbiotic structures (i.e. appressoria, entry points,
intercellularhyphae, arbuscules, intraradical vesicles andspores; Fig. 1a–c),
and that they successfully complete their life cycle under these conditions
by producing new and infective propagules. It is important to stress here
that a given co-culture of a root organ + an AM fungus should not be con-
sidered a symbiotic monoxenic culture (SMC) unless the fungal life cycle is
completed and new spores, able to establish new AM symbiosis under either
monoxenic or soil conditions, are obtained. This is an important rule which
should be strictly followed to preserve AM culturing credibility. The second
rule is that any report of a new SMC should be presented in a peer-reviewed
article and deposited in an appropriate in vitro bank (e.g. the International
Bank of Glomeromycota BEG, Colección Iberoamericana de Micorrizas Ar-
busculares CIMA, Estación Experimental del Zaidín EEZ, Glomeromycota
In Vitro Collection GINCO, and Mycothèque de l’Université catholique de
Louvain MUCL), and given a deposit code in order to be validated. By
following these two simple rules, one could avoid confusion/uncertainty
about the AM fungal species/ecotypes actually maintained in SMC, a sit-
uation reflected in the following example. When carefully considering the
list of glomalean species claimed to be maintained in monoxenics (Fortin
et al. 2002), we get some uneasy numbers: only 15 of the 27 cultures listed
(55.6%) have been published; to the best of our knowledge, of these 15
at least two (G. caledonium, G. versiforme) are no longer maintained in
monoxenics, and one has serious doubts about the symbiotic status of
some other such cultures (e.g. G. etunicatum, G. mosseae, Gi. gigantea, Gi.
rosea) after carefully considering their associated publications. The latter
thought is frightening, since tests performed in a culture claimed to be
symbiotic, but which is not, will most probably produce misleading results
of unpredictable consequences.

Another frequently made comment about AM monoxenic cultures is
that while they may be useful to study the extraradical phase of the my-
corrhiza formed in vitro (i.e. the fungal extraradical mycelium), this is
probably not the case for its intraradical phase, especially at the level
of the symbiotic plant–fungal interfaces. We may expect that roots in
monoxenic culture have an altered way of acquiring carbohydrates com-
pared to normal roots – their vascular cylinder should be partially or
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Fig.1a–c. Intraradical features of three AM fungi grown under monoxenic conditions with
a carrot Ri T-DNA transformed root organ culture (ROC, DC-2 clone). a Glomus intraradices
DAOM 181602. b Glomus proliferum MUCL 41827; c Glomus sp. DAOM 227023. Coloniza-
tion develops quite normally in all the species tested, and characteristic fungal struc-
tures such as entry points (EP), intercellular hyphae, coils, arbuscules (A) and intraradical
spores/vesicles (V) are usually formed. d–g Apical colonization of a DC-2 ROC by Glomus
sp. DAOM 227023 (d), G. sp. CIMA10 (e) or Gigaspora margarita CIMA 11 (f). f–h Pictures
showing hyphae exiting different zones of a carrot ROC (DC-2 clone): Gi. margarita CIMA
10 (f, h, arrows) and G. intraradices DAOM 181602 (g, arrows)
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totally useless, since sucrose is provided to the monoxenic culture ho-
mogeneously through the agar medium. Once this has been taken into
account, there is no further indication that any physiological, metabolic
or genetic process in root organ cells is affected. In a recent work, the cell
structure of root organ cultures (ROC) from a tomato variety (c.v. 76R)
and its reduced mycorrhizal colonization mutant (rmc, Barker et al. 1998;
Gao et al. 2001) have been compared to the corresponding whole-plant
roots growing in soil – no remarkable differences were found (Bago et al.
2004a). Also, ROC from roots expressing a Nod− Myc− genotype main-
tained such a phenotype when monoxenically cultured (Balaji et al. 1994).
Finally, we should consider the strict requirements of AM fungi to be-
come symbiotic: firstly, a series of pre-symbiotic dialogues between the
two partners should occur (Bago and Bécard 2002); secondly, the newly
formed interfaces must be fully functional for symbiosis to be established.
It seems therefore clear that unless the physiology and functioning of
ROC epidermal and cortical cells are preserved, the AM fungus would
never acquire its symbiotic status and, consequently, complete its life cy-
cle. In conclusion, while it is crucial to consider case by case the suit-
ability of using AM monoxenic cultures for particular research purposes,
there do not seem to be enough reasons to discard by default the use
of such experimental systems in the study of AM intraradical/interfacial
functioning.

2.2
Are Transformed Root Organs a Good Host Material
to Study AM Fungal Biology?

Most of the monoxenic cultures reported to date in mycorrhizal research
use Ri T-DNA transformed root organs as hosts (Table 1). These naturally
transformed plant roots are obtained by the insertion of the Ri T-DNA
plasmid from the ubiquitous soil bacterium Agrobacterium rhizogenes into
a given plant tissue, which is then induced to morphologically develop
as a root (a condition known as “hairy roots”; Giri and Narasu 2000).
Transformed root organs usually present a greater growth potential than
non-transformed ones, probably due to their modified hormonal balance
(Fortin et al. 2002). Ri T-DNA transformed roots show greater AM intrarad-
ical colonization and sustain higher extraradical hyphal development than
non-transformed ROC, which has led mycorrhizologists to preferentially
use these roots rather than the less known non-transformed cultures. How-
ever, it hasnot yet been investigated if transformationcould somehowaffect
AM fungal behaviour, and this is a possibility which should be taken into
account (Bago 1998). Due to the increased secondary metabolite produc-
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Table 1. Root organ cultures used to date as hosts for AM monoxenic cultures

Plant species Ri T-DNA Clone First citation
transformed or cv

Daucus carota L. Yes DC1 Bécard and Fortin
(1988)

Daucus carota L. Yes DC2a Bécard and Fortin
(1988)b

Medicago truncatula L. Yes Jemalong Boisson-Dernier et al.
(2001)

Lycopersicon esculentum Mill. Yes – Simoneau et al. (1994)
Pisum sativum L. Yes Lincoln Balaji et al. (1994)
Pisum sativum L. Yes Sparkle E135c Balaji et al. (1994)
Pisum sativum L. Yes Sparkle R25c Balaji et al. (1994)
Pisum sativum L. Yes Sparkle R72c Balaji et al. (1994)
Fragaria x Ananassa Duch. Yes Senga sengana Nuutila et al. (1995)
Trifolium repens L. Yes New Zealand De Souza and

White Berbara (1999)
Linum usitatissimum L. Yes Atalante Karandashov et al.

(1999)
Tagetes patula L. Yes nana Karandashov et al.

(1999)
Althaea officinalis L. Yes – Karandashov et al.

(1999)
Trifolium pratense L. No S123 Mosse and Hepper.

(1975)
Fragaria ananassa Duch No ananassa Strullu et al. (1986)
Solanum lycopersicon Mill. No Saint-Pierre Strullu and Romand

(1987)
Medicago sativa L. No Europe Strullu et al. (1989)
Lycopersicon esculentum Mill. No Vendor Chabot et al. 1992
Lycopersicon esculentum Mill. No 76R Bago et al. (2004a)
Lycopersicon esculentum Mill. No rmcc Bago et al. (2004a)
Helianthus annus L. No HES Bago et al.

(unpublished data)

aThere might be further Ri T-DNA transformed carrot root clones used for AM monoxenic
cultures, but this is not specified in the paper
bThere is no clear mention in this paper on whether the carrot ROC used corresponds to
what it is today known as DC1 or DC2 clones; however, since both clones came from the
same authors/laboratory, we use this as first citation
cMutant clones usually impaired for AM symbiosis

tion of transformed root organs (Giri and Narasu 2000), one may expect the
final composition of culture media containing such transformed cultures to
be different to those containing non-transformed root organs of the same
plant species. Moreover, by growing different plant root organs in initially
similar culture media, such media will become different in composition,
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since each ROC produces specific compounds (see Giri and Narasu 2000,
Table 1). Rigorous studies comparing the effects of transformed versus
non-transformed root organs on AM fungal development are lacking. Such
studies would be important to perform in order to evaluate and better un-
derstand the basis of AM symbiosis, and even mandatory in assessments
of aspects such as fungal symbiotic gene expression.

2.3
The Downfall of Two Colonization Myths

AM in vitro cultures, in general, and monoxenics, in particular, are ex-
ceptional tools for studying the pre-symbiotic and symbiotic steps of the
colonization process (Bago and Bécard 2002). Observations difficult to
carry out in soil are easily performed in monoxenics, and important in-
formation has been acquired as a result of this (Schreiner and Koide 1993;
Bago 1998; Bago et al. 1998a, b, 2004b; Jolicoeur et al. 1998; de Souza and
Berbara 1999; Declerck et al. 2000, 2001; Nielsen et al. 2002). Taking advan-
tage of this, we want to address very briefly two old “myths” traditionally
accepted by mycorrhizologists as true, which become now challenged by
direct observation with monoxenic cultures:

1. “Primary colonization by AM fungi occurs in young roots, but the
actual root apices are rarely if ever colonized” – it has been thought
for a long time that preferential colonization of roots by AM fungi
occurred in subapical zones (0.5 to 1.5 µm from the root tip; Harley
and Smith 1983; Smith and Read 1997), where the root is growing
most actively and its cell walls are still loose, and that a sort of “ex-
clusion zone” for AM colonization was formed at the root apical level
(see Plate 3, Harley and Smith 1983). Based on colonization mod-
elling, Smith and coworkers (2001) found that such exclusion zones
were minimal or zero in most cases. Monoxenic culture observations
of different AM fungi confirm these theoretical results, as is clearly
shown in Fig. 1d–g. Even more, we could say that apical colonization is
quite frequent. Although one may think at first that the homogeneous
environmental conditions encountered by both root and fungus in
AM monoxenic cultures could make root tips more prone to colo-
nization, the observation of root tips developing in soil also suggests
that apical colonization is not a rare event (C. Cano, pers. observ.),
and that AM fungi have the potential to colonize root apices with
minimal interference on its meristematic growth.

2. Do hyphae exit the root after symbiosis setup? – mycorrhizal “lore”
establishes that, after symbiosis setup, and synchronously with in-
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traradical colonization spreading, the AM fungus acquires a sort of
hyphal “invigoration” which makes it possible to develop and explore
the soil surrounding the root. In other words, this “lore” states that
whereas AM fungal hyphae have the mechanisms to penetrate the
root, they are unable to exit it, using instead the already established
hyphal penetrating network to develop towards the soil. In contrast,
a more intuitive mechanism for AM soil colonization was suggested
by Friese and Allen (1991), who referred to “exiting hyphae” when de-
scribing hyphal spread in the soil from a host root; such a suggestion
has caused some controversy. Monoxenic cultures confirm that AM
hyphae are indeed able to exit the root to explore the surrounding
media (Fig. 1f–h), and that this is a quite common event. This is in
fact no big surprise, since the same mechanisms (both mechanical
and enzymatic) described to be used by AM fungi to penetrate host
roots (Cox and Sanders 1974; Kinden and Brown 1975; Holley and
Peterson 1979; Gianinazzi-Pearson et al. 1981; García-Romera et al.
1990, 1991) could be easily used by the mycobiont to develop in the
opposite direction.

2.4
Are Branched Absorbing Structures (BAS)
Commonly Formed by all Glomalean Fungi?
Are They Artifacts Formed Only Under in Vitro Conditions?

In the first report of the in vitro co-culture of a root organ and a gloma-
lean species (Mosse and Hepper 1975), “. . . a form of branching strongly
reminiscent to arbuscules . . .” was already described. Since then, different
authors have mentioned such “arbuscule-like structures” (ALS) formed on
extraradical runner hyphae of different AM fungi (Mosse 1988; Bécard and
Fortin 1988; Chabot et al. 1992; Declerck et al. 1996; Bago et al. 1998a).
Strullu et al. (1997) suggested such structures are a thallus emerging from
the intraradical mycelium of AM fungi during the saprophytic phase, thus
being different from the spore-produced pre-symbiotic hyphae. In 1998,
Bago et al. (1998b) studied ALS in depth, finding striking morphological,
cytological and developmental similarities between these and intraradical
arbuscules. ALS were suggested to be preferential sites for nutrient uptake
by the extraradical mycelium of AM fungi (Bago et al. 1998b), and homol-
ogous to arbuscules in the context of AM fungi being highly bipolarized
organisms (Bago 1998). Following the advice of the two referees revising
the paper, Bago et al. (1998b) had to rename arbuscule-like structures to
“branching absorbing structures” (BAS): both referees felt that such struc-
tures were (1) not similar enough to arbuscules, (2) different in function,
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and (3) perhaps artificial structures produced by the AM fungus Glomus
intraradices under highly controlled in vitro conditions.

Since then, the question of BAS being artificial structures has been raised
in different scientific meetings and paper reviewing processes. At the same
time, more and more mycorrhizologists using monoxenic cultures realized
the omnipresence of BAS on AM extraradical runner hyphae (de Souza and
Berbara 1999; Declerck et al. 2000; Nielsen et al. 2002). In this section, we
present graphic evidence of (1) the occurrence of BAS in all of the different
AM fungal isolates successfully cultivated by us in monoxenics (Fig. 2) and
(2) the occurrence of such structures under natural conditions (Fig. 3a–j).
Finally, we will show first evidence confirming the hypothesized homology
between arbuscules and BAS (Fig. 3k, l).

In Fig. 2, the morphology of extraradical hyphae of 12 different AM
fungal isolates is shown. The most striking feature in all of these is the
presence of BAS at regular intervals on the runner hyphae. In some of the
species/isolates studied, BAS were more difficult to distinguish, due to the
frequent anastomoses suffered by extraradical hyphae, which masked BAS
occurrence (Fig. 2b, G. etunicatum). In all cases, BAS show their typical,
slender morphology, with a dichotomous branching pattern and a hyphal
tip thickness of approx. 1.5 µm. BAS were slightly different in morphology
from one species/isolate to another; this could be of use in the future as
a taxonomic character. In agreement with first descriptions (Bago et al.
1998b), BAS were ephemeral (5–7 day life span) in all isolates tested, ex-
cept for those undergoing spore formation events (“spore-BAS”, Bago et al.
1998b; see Fig. 2, insets). BAS are developed not only by Glomus species, but
also by members of the Gigaspora (Fig. 2j–l), Scutellospora (de Souza and
Declerck 2003) and Acaulospora (Dalpé and Declerck 2002) genera tested
to date. We can now say that BAS are not just artificial structures formed
in vitro by AM fungi – they are also formed under soil ex-vitro condi-
tions, although in such situations they are extremely difficult to observe
(Fig. 3a–j). Bago (1998) proposed that, besides the putative physiological
role of BAS as preferential soil nutrient scavengers, these structures would
also be implicated in maintaining soil structure and aggregate formation,
as their thin branches would grow between soil particles, holding them
together. This could be the reason why they are usually hidden, and their
presence overlooked. Likewise, these structures might also be involved
in the excretion of substances possibly involved in the establishment of
a microbial mycorhizosphere. Such hypotheses, although not sustained at
present, would merit in-depth investigation.

Photomicrographs in Fig. 3a–j illustrate extraradical hyphal structures
formed by two AM fungi as they develop in soil containing vermiculite
particles. The latter semi-transparent substrate is organized in thin layers,
which allows the fungus to develop three-dimensionally between them.
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Fig.2a–l. Branched absorbing structures (BAS, BAS-s) formed by extraradical hyphae of
six different AMF grown under monoxenic conditions with a carrot Ri T-DNA ROC (DC-2
clone). a Glomus intraradices DAOM 181602. b Glomus etunicatum CIMA 07. c Glomus sp.
MUCL 43195. d Glomus proliferum MUCL 41827. e Glomus cerebriforme DAOM 227022.
f Glomus sp. DAOM 227023. g Glomus sp. CIMA 09. h Glomus sp. CIMA 10. i Glomus sp.
CIMA 12. j Gigaspora margarita BEG34. k Gi. margarita CIMA 05. l Gi. margarita CIMA 11.
Whilepresenting similar generalmorphogenetic anddevelopmental features (i.e. ephemeral
short structures with dichotomous branching pattern formed by runner hyphae at regular
intervals), BAS from different fungi differ from each other, which might be of taxonomic
interest. In all the cases studied, spore-BAS were observed (a, d, f–h, insets; c, e, i, BAS-
s), except for the Gi. margarita isolates, where auxiliary cells preferentially developed at
the BAS trunk (j, arrow in inset; k, l, arrows). G. etunicatum CIMA 07 presented the most
differential developmental pattern (b) in which BAS were difficult to observe due to frequent
anastomoses of thin branches (b, inset) (continued on next page)
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Fig.2a–l. (continued)

Such layers seem to be suitable for BAS to be formed, thus allowing us to
show, for the first time, their actual occurrence under ex vitro conditions.
Interestingly, preferential sporulation between vermiculite layers has been
observed (Vidal et al. 1990; C. Cano, pers. observ.; Fig. 3f, g), suggesting
that some or most BAS formed there could, in fact, be spore-BAS.

Arbuscules and BAS do share some features (Bago 1998; Bago et al.
1998b), and this leads us to propose (and this may appear scandalous to
some mycorrhizologists) that they are homologous structures, and bipolar
extremes of one and the same AM fungal colony; if this were true, then
some arbuscules should reflect intraradically the occurrence of spore-BAS
extraradically, by supporting vesicle formation on their branches. This is
indeed the case, as shown, also for the first time, in Fig. 3k. Further obser-
vations should confirm the frequency for such “spore-arbuscules” to occur
within the root; nevertheless, their actual presence gives some additional
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Fig.3a–l. Occurrence of branched absorbing structures ex vitro, in either soil, or soil-like
substrates and under greenhouse or natural conditions (photographs in f–i were taken by
C. Cano together with C. Azcón-Aguilar). a–e Glomus intraradices DAOM 181602 grown in
soil:vermiculite:sepiolite (1:1:1). f–i G. viscosum EEZ 34 in sand:vermiculite (1:1). j G. sp.
CIMA 12 extraradical hyphae isolated from natural soil. In all cases, BAS are indicated by
arrows. k–l Comparison between arbuscule-forming vesicles (k) and spore-BAS (l). Note
the striking morphological and developmental similarities of both structures, suggesting
their homologous origin and confirming once more the AM fungal colony bipolarity. Arrows
Arbuscule or BAS thin branches, V vesicle, S spore
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validation to the above-mentioned hypothesis (cf. Fig. 3k, intraradical, with
Fig. 3 l, extraradical). Moreover, it is interesting to note here that members
of the Gigasporaceae family typically do not form intraradical vesicles;
in parallel, BAS of such isolates never support spore formation. However,
many of the BAS produced by the Gigaspora species formed auxiliary cells
at the BAS trunk (Fig. 2j, inset, Fig. 2 l). A recent study has shed some light
on the formation and development of auxiliary cells in the Gigasporaceae
family (Declerck et al. 2004). More research is needed to reveal their real
physiological role, and to understand their possible relationship to BAS.

2.5
Are There Any Differences in AM Fungal Development
in Monoxenics Versus Soil?

While insisting that AM monoxenic cultures are valid experimental sys-
tems to study AM fungal biology, we cannot deny that highly controlled
in vitro conditions could somehow affect fungal development. This is in
fact the case for all in vitro-cultured micro-organisms, as they develop in
nutrient-supplied, homogeneous agar media under optimal environmental
conditions. Concerning AM fungi, observations by Pawlowska et al. (1999)
and Dalpé (2001) indicate that monoxenically produced spores may be
smaller and less pigmented than soil-borne spores (Fortin et al. 2002). We
have also observed that a differential response to Melzer’s staining usually
occurs in soil versus monoxenically raised spores (Fig. 4a, b, e, f). Perhaps
related to this, an important reduction in spore wall thickness is noted
under monoxenic conditions (Fig. 4c, d, g, h). The latter could be observed
at first as a frightening result, since one may think that monoxenically
produced spores are weaker than those obtained from soil. However, this
is absolutely not the case – monoxenically produced propagules have been
shown to be even more effective in colonizing either seed-raised or micro-
propagated plants under greenhouse conditions than soil-raised inoculum
(Vimard et al. 1999; Filion et al. 2001; Declerck et al. 2002; Jaizme-Vega
et al. 2003; C. Cano, pers. observ.), and such material was shown effective
to improve growth of plants under greenhouse conditions. Interestingly,
tests performed in our laboratory indicate that AM fungi adapt to exist-
ing environmental conditions surprisingly quickly. Plants inoculated with
monoxenically obtained, thin-walled spores and cultured in soil under
greenhouse conditions produced a new generation of thick-walled AM
fungal spores (C. Cano and B. Bago, unpubl. data). Such a result indi-
cates once more the incredible plasticity of fungi; AM fungi in particular
have been demonstrated to quickly adapt to a changing environment while
preserving the integrity of the fungal colony (Bago et al. 2004b).
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Fig.4a–h. Comparison between spores of Glomus intraradices DAOM 181602 (a–d) and
G. sp. CIMA 12 (e–h) produced either in soil (a, c, e, g) or under monoxenic cultures (b, d, f,
h). Spores were extracted from the substrate and treated with either Melzer’s reagent (a, b,
e, f, h) or PVLG (c, d, g). Note the intense Melzer’s staining of soil-borne spores compared
to those obtained from monoxenic cultures (a vs. b, and d vs. e). This could be due at least
partially to the dramatic reduction in cell wall thickness of soil- compared to monoxenically
raised spores (c vs. d, and g vs. h, arrows)
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Thus, careful observations of AM fungal developmental features should
be performed in monoxenics in parallel to any physiological or molecular
tests we may want to carry out. Fungal morphogenesis is a good indicator
of any fungal response, and it is important to have eyes wide open during
data interpretation to avoid misleading conclusions. Only on this basis will
monoxenic cultures be of value for the advance of our understanding of
AM symbioses.

2.6
Are AM Monoxenic Liquid Cultures Accurate?

As indicated above, more and more researchers now have a different per-
ception of AM monoxenic cultures, and consider this experimental sys-
tem as an extremely useful tool to work with, especially for fine research
such as biochemistry and molecular biology of the AM symbiosis. Con-
sequently, modifications of the original monoxenic culture described by
Bécard and Fortin have been developed. A clear example of this is the
bi-compartmented system (St-Arnaud et al. 1998), allowing the physical
separation of extraradical hyphae from the influence of roots, or the multi-
compartmented system (Bago et al. 2004b), which allows the testing of the
physiological abilities of different parts of a single AM fungal colony grow-
ing on spatially heterogeneous media. Another modification of the system,
which is now being widely used, is the replacement of the solid medium in
the hyphal compartment by a liquid medium. Such a modification was first
reported by Maldonado-Mendoza et al. (2001), and is extremely useful for
pulse-chase experiments.

Nevertheless, and taking into account thewarningnotice expressedat the
end of the previous section, when observing morphogenesis of extraradical
hyphae growing in liquid culture, dramatic morphological changes are
noted (Fig. 5). Indeed, the regular pattern of development, with runner
hyphae extending from the fungal colony radially, and producing BAS at
regular intervals (Fig. 5a, b), is lost in liquid cultures, in which runner
hyphae are predominant (Fig. 5c, d) and BAS are scantly and appear much
less branched (Fig. 5e). Zones of fine hyphal networks, which could be
the consequence of multiple BAS anastomoses, appear instead (Fig. 5f),
and on these preferential sporulation seems to take place (Fig. 5g, h).
Liquid-growing fungal hyphae are extremely fragile, and it is common to
inadvertently stop development of extraradical mycelia simply by slightly
moving the Petri plate.

It would be important to make sure that the important morphological
changes inducedby liquidmediadonot affect the extraradical fungus either
cytologically or functionally. For instance, one may think that under liquid
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Fig.5a–h. Developmental features of the extraradical mycelium of Glomus intraradices
DAOM 181602 growing monoxenically in hyphal compartments containing either solid (a–
b)or liquid (c–h)M-Cculturemedia.Whendeveloping insolidmedium, theextraradicalAM
fungal mycelium consists of straight, leading runner hyphae (rh) supporting differentiated
BAS or BAS-s at regular intervals. However, the liquid medium modifies such patterns:
runner hyphae become more generalized and prominent (c, d), and bend easily in the
liquid medium (c, arrows). BAS are formed, but they are less profusely branched (e, arrows).
Disorganized branching events become frequent in the extraradical mycelium (f, arrows),
and seem to be preferential sites for spore formation under these special conditions (g).
Sporulation is in no case affected by the liquid state of the medium (h)
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conditions transport proteins would be distributed differently, that cell wall
structure would adapt to the new environment, and that gene expression
could be consequently affected. We are not challenging the validity of liquid
cultures at all; we just warn researchers once more about the importance
of considering their working material before just collecting and using it.
Much additional information could be obtained, and many misleading
results avoided by following this simple practice. On the other hand, the
application of cutting edge techniques such as suppression subtractive
hybridizations (SSH, Diatchenko et al 1996; Gianinazzi-Pearson et al. 2004),
to test whether morphological changes in AM fungi indeed reflect changes
in their gene expression, would be of great use.

2.7
The Danger of Contamination in AM Monoxenic Cultures

As is the case for all in vitro cultivation techniques, undesired contamina-
tion (either of fungal or bacterial origin) is the most important handicap for
AM monoxenic culturing. Adequate manipulation knowledge, exhaustive
contamination screening, and immediate removal of the affected plates are
sine qua non conditions for any laboratory using AM monoxenic cultures.
Even so, the occurrence of some contamination is unavoidable, but this
should never exceed 5% as a maximum to ensure reliability of the manip-
ulator. Our experience indicates that, in most cases, just one or two types
of contaminating fungi, and two or three different contaminating bacteria
appear in AM monoxenic cultures. Preliminary fatty acid profiling analysis
of these (Larsen, Cano and Bago, unpubl. data) resulted in the identification
of two bacterial isolates, a Paenibacillus sp. and a Bacillus subtilis. Inter-
estingly, both of these bacteria are well-known PGPRs; moreover, another
Paenibacillus isolate (P. validus, Hildebrandt et al. 2002) has been recently
pointed out as an important inducer of morphological differentiation in
G. intraradices. More research is needed because of the consistent presence
of these bacteria in AM monoxenic cultures, which is linked somehow to
the Mugnier and Mosse (1987) claim that the presence of some “helper
bacteria”, may be necessary to succeed in culturing certain AM fungi. In
any case, the development of molecular kits for early detection of bacte-
rial contaminations in AM cultures would probably be of great interest,
especially for high-quality, certified in vitro AM inoculum production.
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2.8
What Else Have Monoxenic Cultures to Offer
on the Study of AM Fungal Biology?

Figure 6a shows a general view of AM extraradical mycelium as it develops
monoxenically on a hyphal compartment. Here, it is easy to distinguish two
phases in the development of extraradical hyphae (separated by the dashed
line in the photograph). During the “absorptive phase” (Fig. 6a, ABS), BAS
are the predominant fungal structure. This phase is at the forefront of
the fungal colony, and it is easy to relate it with the substrate-scavenging
abilities shown by AM fungi. Behind this absorptive phase, and probably
formed after a given signal which might well be the arrival of storage lipids
at important rates (Bago et al. 2002, 2003), we found the sporulative phase
(Fig. 6a, SP). On this, the most frequent structures found are spore-BAS
and spores which are formed in sporulation waves, according to sporula-
tion dynamics described for AM and most other fungi (Bago et al. 1998;
Declerck et al. 2001). It is important to stress here that genes of each of
those two developmental phases (i.e. absorptive and sporulative) probably
express differentially, according to the stage of hyphae, and therefore ac-
cording to the younger versus older parts of the colony. As a consequence,
caution should be taken when using extraradical hyphae for molecular bi-
ology studies – one must be sure of the physiological and developmental
situationof theextraradicalmyceliuminorder toavoidamixtureofgeneex-
pressions which may lead, once more, to misinterpretation of the obtained
results.

Undoubtedly, there are still many surprises reserved for us concerning
AM fungal biology. Monoxenic cultures could well be ideal tools for further
advances in suchknowledge.Toconclude this chapter,wewould like to show
some “strange” growing patterns usually found in monoxenic cultures, but
rarely reported due to the difficulty in identification and/or explanation.

2.8.1
Interwoven Hyphae of Glomus Intraradices Forming Sporocarp-Like Structures

Such a morphological event (Fig. 6b–f) occurs quite frequently at late
developmental stages of monoxenically grown G. intraradices. It consists of
a sudden re-growth of thin, newly formed hyphae emerging from a given
point of a hypha on which, quite frequently, an anastomosis has taken place
(Fig. 6b arrow). Such long, thin and tortuous hyphae interweave, giving rise
to what we could name “hyphal knots” (Fig. 6c), which grow more compact
(Fig. 6d) to support sporulation at latter stages (Fig. 6e), being at the
end extremely reminiscent of sporocarps (Fig. 6f). Since the occurrence
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Fig.6a–o. Morphogenetic events of interest in mature (a) and late (b–o) stages of AM fungal
extraradical mycelium as revealed by monoxenic cultures. a Transition from absorptive
(ABS) to sporulative (SP) phases. Note the well-differentiated limit between both develop-
mental stages, which allows one to easily follow the “sporulation wave” undergone by the
fungal colony. b–f Hyphal knots formed by the extraradical mycelium, usually after an anas-
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tomosis event (b, arrow): hyphae interweave and curl progressively (see transition from b
to f) to finally form a sporocarp-like structure in which preferential sporulation occurs (f).
g–k “Protrusion-and-re-growing” events in old extraradical AM hyphae. Hyphae burst at
given points with no apparent cause, and frequent cytoplasmic protrusion occurs (closed
arrows); from these same points, newly formed, thin hyphae re-grow radially (open arrows).
Occasionally, hyphal bridges are formed to bypass the affected zone (i, hb). l–o “Protrusion
andre-germination”events inmature spores. Sporesburst at theirdistal polewith cytoplasm
loss, while newly formed, thin hyphae re-grow from the exploded sites (arrows)
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of sporocarps in G. intraradices has never been described under either
greenhouse or natural conditions, we may conclude that (1) the observed
structure has a different function than sporocarps, and simply resembles
them, or (2) G. intraradices has the potential to form sporocarps, but such
apotential is rarelyusedunder the experimental/natural conditions studied
up to now.

2.8.2
Protrusion and Re-Growing Events

These processes usually occur in older parts of the fungal colony as well.
They consist of a burst of a runner hypha in non-apical zones, with pro-
trusion of cytoplasmic material (Fig. 6g–k, closed arrows), which is some-
times followed by “hyphal bridging” (Gerdemann1955; Mosse 1988) events
(Fig. 6i). Either from, or at the protruded portion of hyphae, new thin
hyphae re-grow (Fig. 6g–k, open arrows), usually in a quite unorganized
manner. The most extreme situation of these protrusion and re-growing
events is exploded spores (Fig. 6l–o). In this case, it is the distal pole of
a given spore which bursts, liberating parts of its content from which new,
thin, interwoven hyphae develop (Fig. 6l–o, arrows). This protrusion and
re-growth in spores has been noted in all the AM fungal isolates revised, but
its real cause/significance remains absolutely obscure to us. It is important
to stress here that there is no indication that the bursting and protrusion of
either hyphae or spores are a consequence of contamination of the monox-
enic cultures by exogenous bacteria – contaminated plates are routinely
discarded and never used in our studies.

2.8.3
Are There Sexual Processes Waiting to Be Described in AM Fungi?

Unfortunately, we have no pictures to answer this controversial question; it
is, nevertheless, tempting to speculate that, similarly to the fact that there
are morphogenetic processes which had never been described to occur in
AM fungi before, there might be other significant processes waiting to be
described. Could it be that the hyphal knots formed from an anastomosis
are in fact the result of a genetic exchange of nuclei within a given hypha?
Reports by several authors (Bago et al. 1999a; Giovannetti et al. 1999) seem
to support such a possibility since, in very close hyphal tips, nuclei seem
to sense and attract each other. Nevertheless, recent reports suggest that
no sexual exchange occurs in AM fungi (Sanders 1999; Pawlowska and
Taylor 2002), although such observations remain to be fully confirmed.
Hopefully, new powerful techniques (molecular/microscopy) will answer
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such questions – no doubt monoxenic cultures will be, once again, the
selected experimental system to carry out such studies.

3
Conclusion

In this chapter, we tried to give a brief overview on subjects of poten-
tial interest for those using, or willing to use, AM monoxenic cultures.
This experimental system has already opened, and can further open in
the future, new avenues in our knowledge and understanding of AM sym-
biosis; it has also uncalculated potential as an inoculum source for either
scientific or commercial purposes. Nevertheless, only by following some
simple common sense rules, monoxenic cultures will retain liability and
appropriateness for these purposes. Therefore, caution is needed not to
misuse a system which, we could say, has promoted a quiet revolution in
the fascinating research field of arbuscular mycorrhizas.
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8 Host and Non-Host Impact
on the Physiology of the AM Symbiosis
Horst Vierheilig1, Bert Bago2

1
Introduction

Whereas in soil (i.e. under non-sterile conditions) the physiology of arbus-
cular mycorrhizal (AM) associations has been studied quite in detail, few
data are available from in vitro systems. Before focusing on this subject, it
is important to define correctly what we understand by “in vitro systems”
when referring to AM fungi. In fact, “in vitro” is a general term used to
describe a series of different experimental systems which should be strictly
differentiated. Thus, in vitro systems should be referred to as “axenic sys-
tems” when just one organism (the AM fungus) is growing under aseptic
conditions; “monoxenic systems” should be used when two organisms (an
AM fungus and a root organ) are growing together; the term “dixenic sys-
tems” indicates that an AM fungus, a root organ and another organism are
grown on the same Petri plate, usually to study the interaction of the AM
symbiosis on the third organism or vice versa (Williams 1992; St.-Arnaud
et al. 1995; Bago et al. 1996; Elsen et al. 2001, 2003; Villegas and Fortin 2001,
2002).

In this review, we will discuss axenic and monoxenic experimental sys-
tems. Dixenic experimental systems are discussed in another chapter of
this book (see Chap. 12).

Two types of monoxenic mycorrhizal systems can be distinguished:
(1) monoxenic mycorrhizal systems in which the fungus has penetrated
the root organ and established a functional symbiosis; below we will
call such cultures “symbiotic monoxenic cultures” (SMC); (2) monox-
enic mycorrhizal systems where the fungus and the root organ are not
in physical contact but signals can be exchanged; below we will call this
experimental setup “pre-symbiotic monoxenic cultures” (pre-SMC). By
using and combining these two monoxenic systems, different aspects of
the symbiosis can be studied. Whereas in SMC the symbiotic phase of
the mycorrhizal association can be studied in more detail, in pre-SMC
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signalling events before the establishment of the symbiosis can be investi-
gated.

Pot experiments under greenhouse or growth chamber conditions pro-
vide fast and, in general, homogeneously colonized mycorrhizal plant ma-
terial in relevant quantities; however, in such systems, pure fungal material
is difficult to obtain. Moreover, plant and fungal material produced un-
der these conditions are accompanied by other micro-organisms, which
might affect physiological measurements and observations. In contrast,
SMC and pre-SMC are more time-consuming to establish, but provide ex-
cellent systems to study the different phases of the establishment of the
AM symbiosis under strictly controlled conditions, excluding the presence
of other possibly interacting micro-organisms. Despite the relatively low
root colonization in SMC compared to soil systems, there are indications
that the AM symbiosis is fully functional under these restricted condition
(see Chap. 7), which make SMC and pre-SMC the only options to obtain
pure (microbial-free or pathogen-free) AM fungal material, and SMC the
only option to produce higher quantities of fungal material to perform
consistent analyses.

Several phases of the root–AM fungal interaction can be identified and
have been studied, at least partially, by using in vitro systems: (1) the asym-
biotic phase of the AM fungus, when the fungus germinates and grows in
the absence of plant signals (axenic cultures); (2) the pre-symbiotic phase,
when the AM fungus germinates and shows hyphal growth in the pres-
ence of signals exuded by plants (pre-SMC); and finally (3) the symbiotic
phase, when the fungus has penetrated the root and formed its intrarad-
ical structures such as the arbuscules (SMC). Whereas axenic AM fungal
cultures and even pre-SMC are relatively easy to handle and thus have been
used in many studies, the setup of SMC is more complex and, thus, fewer
physiological data are available.

2
Asymbiotic AM Fungal Growth

To study the asymbiotic phase of AM fungi, spores are usually surface-
sterilized and thereafter grown under axenic conditions on agar-like sub-
strates. The asymbiotic phase is characterized by the spore germination
and a limited hyphal growth in the absence of a host root (Azcón-Aguilar
et al. 1999). Therefore, only abiotic chemical and physical factors such as
pH, temperature, light and CO2 levels can affect spore germination and
hyphal asymbiotic growth of AM fungi (Smith and Read 1997; Giovannetti
2000).
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2.1
pH

Optimal pH conditions for spore germination differ between species and
genera. Acaulospora laevis germinates best between pH 4 and 5 (Hepper
1984), Gigaspora spp. at a pH from 4 to 6, and Glomus spp. between pH 6
and 9 (Green et al. 1976). The optimal pH for spore germination seems to
be somewhat linked to the pH of the soil where the AM fungus is isolated
(Giovannetti 2000).

Since the first step to initiate AM monoxenic cultures is to germinate ei-
ther spores, isolated vesicles or mycorrhizal surface-sterilized roots under
in vitro conditions, the initial pH of the agar medium is an important fac-
tor to consider. Nevertheless, our experience indicates that despite testing
a wide pH range, there are occasionally AM isolates whose propagules do
not germinate, even when spores seem healthy and ready to do so. Two ex-
amples are different isolates of Glomus mosseae and Gigaspora margarita,
which during certain periods of the year do not germinate in agar media
despite changing pH and other environmental conditions (such as those
described below; C. Cano and B. Bago, pers. observ.). This indicates that
other factors besides the environment could influence AM fungal asymbi-
otic growth. It is tempting to suggest that, as is the case for most organisms,
AM fungi could have “biological clocks” which enable them to germinate
and search for a new host root to colonize, just when environmental con-
ditions are best. More research is needed to confirm this hypothesis.

2.2
Temperature

There are some data on the effect of temperature on spore germination and
hyphal elongation under axenic conditions. Optimal temperatures seem to
vary between AM fungi. Whereas G. mosseae and Acaulospora leavis can
germinatebetween10–18and30 ◦C withanoptimumbetween20and25 ◦C,
Gigaspora germinates between 10 and 30 ◦C with an optimum between 20
and 30 ◦C (Safir 1986), and germination was best at 10–25 ◦C for G. caledo-
nium (Tommerup 1983) and at 25 ◦C for G. epigaeum (Graham 1982). The
optimal germination temperature seems to depend on the environment
where the fungus has been isolated (this seems similar to the pH). G. coral-
loidea and G. heterogama, both isolated in Florida (USA), germinated best
at 34 ◦C, whereas a G. mosseae isolate from cooler regions showed maximal
germination at 20 ◦C and failed to germinate at 34 ◦C (Schenck et al. 1975).

Few data are available on the effect of low temperatures on AM fungi.
Recent tests, on the in vitro growth of two AM fungi (G. intraradices and
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G. proliferum) at different temperatures ranging from 4 to 30 ◦C, clearly
showed that AM fungi germinations were impaired at temperatures below
12 ◦C, thus preventing root colonization and development of SMC (Gavito,
Bago and Azcón-Aguilar, unpubl. data). A negative effect of low tempera-
tures on AM fungi has been reported before by Safir in 1986: hyphal growth
of Gigaspora calospora was 50% reduced at 15 ◦C, and lower temperatures
(5–10 ◦C) reduced hyphal elongation even more.

Apart from a direct effect of temperature on AM fungal spore germi-
nation and hyphal growth, the temperature to which dormant spores are
exposed can affect spore germination (Hepper and Smith 1976; Gemma
and Koske 1988), spore mortality and the hyphal growth pattern (Juge
et al. 2002). Cold storage (4 ◦C) of spores of G. intraradices for longer than
14 days increased spore germination, reduced spore mortality and resulted
in the growth (at a temperature of 25 ◦C) of a clearly distinguishable, several
centimetre-long main hypha with few branches, whereas hyphal growth of
spores stored at a higher temperature (25 ◦C) was without a visible domi-
nant hypha, and the hyphae emerging from the spore continuously curled
and branched heavily (Juge at al. 2002).

2.3
CO2

Depending on factors such as soil structure and water content, CO2 levels
in the soil are increased (around 2%) compared to the CO2 concentration of
ambient air (0.03%). Although released by roots, CO2 cannot be regarded
as a plant-specific signal for AM fungi, as CO2 levels in the soil can also
be increased from other sources such as the respiration of soil organisms.
When initiating AM monoxenic cultures, an enriched CO2 atmosphere is
most surely developed in the Petri plate due to root organ respiration.
This CO2 increase is probably an activator of spore germination and of
asymbiotic hyphal growth under these conditions.

The CO2 effect on AM fungi seems concentration-dependent. Whereas in
axenic systems CO2 levels ranging from 0.5 to 2.5% stimulate hyphal growth
of Gi. margarita (Bécard et al. 1989; Bécard and Piché 1989a; Bécard et al.
1992; Poulin et al. 1993), a CO2 level of 0.1% showed no effect on hyphal
growth (Poulin et al. 1993), and high CO2 levels (5%) irreversibly inhibited
in vitro growth of G. mosseae (Le Tacon et al. 1983).

Interestingly, AM fungi hyphal growth was highest at CO2 levels around
2% (Bécard et al. 1992; Poulin et al. 1993), a concentration which usually is
found in most soils. Bécard and Piché (1989) suggested that during germi-
nation CO2 may be a net source of C for anabolic processes of the spore.
Indeed, Bago et al. (1999; 2000) have demonstrated recently that a sig-
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nificant rate of trehalose, a short-term fungal storage carbohydrate, was
13C-labelled when 13CO2 was supplied to asymbiotic spores. However, af-
ter deciphering the metabolic pathways involved, these authors concluded
that such 13C incorporation occurred via dark fixation, a side part of glu-
coneogenesis which does not lead to net gain of C. Nevertheless, such dark
fixation seems to have an important role in anaplerotic reactions, thus ex-
plaining the better pre-symbiotic AM fungal development shown in the
presence of CO2.

2.4
Light

In nature, the exposure of soil-borne AM fungi to light is an extremely
unlikely event (see Chap. 6), as underground roots are the colonized plant
organ. Surprisingly, light treatment affects the growth pattern of axeni-
cally growing hyphae. Light induced hyphal branching in developing germ
tubes of Gi. gigantea, Gi. rosea and G. intraradices (Nagahashi et al. 2000).
In a study with Gi. gigantea, wavelengths in the blue to UV range were
identified as the responsive ones (Nagahashi and Douds 2003). Blue light
has been found to regulate all known differentiation processes in Basid-
iomycetes (Kues et al. 1998). The biological relevance of these findings in
nature still remains unclear, and it has been suggested that a general mech-
anism of stress response could be implicated (Kues et al. 1998); in any case,
in vitro systems are ideal to further study such intriguing questions.

3
Pre-Symbiotic AM Fungal Growth

More than 80% of all plant species are hosts for AM fungi. Depending on the
host status, plant signals perceived by AM fungi differ. Whereas there are
abundant data on the stimulatory effects of plant signals from host plants
on AM fungal spore germination, hyphal growth and branching, there are
contradictory reports on the effect of signals from non-host plants on AM
fungi (Giovannetti and Sbrana 1998; Vierheilig et al. 1998; Giovannetti
2000). To our knowledge, although AM fungi can grow to some extent in
the presence of AM non-host plants, in general, they do not grow on their
root surface and do not form appressoria on them. As the pre-symbiotic
phase is characterized by the presence of both root and AM fungi, still in the
absence of physical contact between them, it can be concluded that the non-
host status of plants to AM fungi is determined during the pre-symbiotic
stage of the symbiosis.
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Apart from plant signals perceived by the fungus, more and more data
indicate that signal exchange between plants and AM fungi is not unidi-
rectional, but that fungal signals are perceived by plants before the hyphae
are in direct contact with the root (Gadkar et al. 2001; Vierheilig and Piché
2002; Vierheilig 2004).

3.1
Plant-to-Fungus Signals

In this section, we will distinguish between two classes of compounds
released by roots which might act as signals for AM fungi: gaseous com-
pounds which below we will name root volatiles, and liquid compounds
which below we will name root exudates. Different approaches have been
taken to study a possible signalling effect of compounds released by roots
on AM fungi. A more generalistic approach is to study the effect of root
volatiles and root exudates on spore germination and hyphal growth. This
is usually done under in vitro conditions (see reviews by Fortin et al. 2002;
Vierheilig et al. 1998). Depending on the experimental system, different
fractions of root volatiles/exudates are studied.

Co-culture of roots and AM fungi in the same agar medium of a closed
Petri plate system means exposing the AM fungi to a combination of root
volatiles and exudates. To study the exclusive effect of volatiles on AM
fungi,monoxenic closedexperimental systemsareusedwhereAMfungi are
exposed to volatiles, but are physically separated from root exudates (pre-
SMC). To study the exclusive effect of root exudates, exudates are collected
and thereafter applied to AM fungi under axenic conditions (Vierheilig
et al. 1998).

A more specific approach is to test the effect of compounds isolated
and identified from root exudates (e.g. in studies on the rhizobial–legume
interaction) on the above-described AM fungal parameters.

3.1.1
Signals from AM Host Plants Towards the AM

More than 15 years ago, first reports on the stimulatory effect of collected
root exudates from whole citrus and white clover plants on axenic AM
spore germination and hyphal growth were published (Graham 1982; Elias
and Safir 1987). Thereafter, this effect of root exudates was confirmed with
a wide range of host plants (see review by Vierheilig et al. 1998), such
as clover (Gianinazzi-Pearson et al. 1989), alfalfa (El-Atrach et al. 1989),
onion (Tawaraya et al. 1996) and carrot (Poulin et al. 1993), and with root
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exudates collected from Ri T-DNA-transformed carrot root organ cultures
(Nagahashi et al. 1996).

Similar results were reported when AM fungi were grown under in vitro
conditions in the vicinity of living roots (pre-SMC) by Hepper (1984),
Mosse (1988), Bécard and Piché (1989a, b) and Bécard et al. (1989). These
root organ cultures are excellent experimental systems to study the pres-
ence of signalling compounds from living roots under sterile conditions.
However, effects on AM fungal growth observed in root organ cultures can
not exclusively be attributed to root exudates, but also to root volatiles.
A combination of exudate and volatile factors showed a synergistic stim-
ulatory effect (Bécard et al. 1989; Bécard and Piché 1989a, 1989b, 1990).
Between the volatiles released by roots, CO2 seems to be a key factor for the
stimulation of the growth of AM fungi, although the role of other volatile
root factors cannot be discarded (Bécard and Piché 1989a).

Apart from affecting hyphal growth, compounds released by host roots
have been demonstrated to induce branching of AM hyphae in in vitro
and pot experiments (Mosse and Hepper 1975; Powell 1976; Mosse 1988;
Giovannetti et al. 1993a, 1994). The data obtained indicated that fungal
branching can occur without direct contact between the AM fungi and the
root. Recently, Nagahashi and Douds (1999) developed a rapid bioassay to
detect compounds in root exudates active on hyphal branching. Using this
bioassay, active signals have been reported from a wide range of host plants
such as carrot, tobacco, corn, sorghum, pea and tomato (Buee et al. 2000;
Nagahashi and Douds 2000). As the presence of AM non-host roots was not
effective in inducing hyphal branching, hyphal branching has been pro-
posed as a prerequisite for a successful root colonization (Giovannetti and
Sbrana1998;Bueeet al. 2000).Theactivebranchingcompound(s)has(have)
not been identified yet. Recently, Tamasloukht et al. (2003) determined the
time course of action of the root-exuded factor. Gene activation in the AM
fungi by the root factor occurs after 0.5–1 h, alterations at the physiological
level can be measured after 1.5–3 h, and the morphological response – the
branching of the hypha – is first visible after 5 h.

Plant roots release a wide range of compounds. Although some of these
compounds have been identified, many still remain unknown. Secondary
plant compounds, specifically flavonoids, are found in root exudates and
have been reported to play a role in the signalling of various plant–microbe
interactions. A chemotactic effect towards flavonoids released by peas has
been reported for Aphanomyces euteiches (Yokosawa et al. 1986), and to-
wards flavonoids released by soybean growing with Phytophthora sojae
(Morris and Ward 1992; Tyler et al. 1996). Moreover, flavonoids stimulate
spore germination of various fungal pathogens (Straney et al. 2002).

As flavonoids are also key signals in the formation of the rhizobial sym-
biosis (reviewed by Phillips and Tsai 1992), and activate the bacterial nod
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gene expression required for subsequent events in nodulation, they have
been suggested as important candidates for signalling during the AM sym-
biosis (Phillips and Tsai 1992; Morandi 1996).

Many flavonoids have been tested for their effect on spore germination
and hyphal growth under axenic conditions (reviews by Morandi 1996, and
Vierheilig et al. 1998). In a first report, the effect of apigenin, naringenin
and hesperitin on AM fungi was tested by Gianinazzi-Pearson et al. (1989).
Whereas all three compounds showed a clear stimulatory effect on hyphal
growth of Gi. margarita, only apigenin and hesperitin stimulated spore
germination.

There are indications that the effect of these compounds on AM fungi is
flavonoid-, concentration- and AM fungal-specific (reviewed by Vierheilig
et al. 1998). Chrysinhas always been found to inhibit hyphal growth (Bécard
et al. 1992; Chabot et al. 1992), whereas quercetin was nearly always stim-
ulatory at low and at high concentrations (Tsai and Phillips 1991; Bécard
et al. 1992, 1995; Chabot et al. 1992; Kape et al. 1992; Morandi et al. 1992;
Poulin et al. 1993). Naringenin has been reported stimulatory at low con-
centrations (Gianinazzi-Pearson et al. 1989), but inhibited hyphal growth
at a high concentration (Poulin et al. 1993).

A certain AM fungal specificity has been observed with quercetin and
biochanin A. Quercetin seems to stimulate hyphal growth of different Glo-
mus spp. and Gi. gigantea (see review by Vierheilig et al. 1998), whereas
biochanin A inhibits hyphal growth of Gi. gigantea and Gi. margarita
(Bécard et al. 1992; Chabot et al. 1992; Baptista and Siqueira 1994), and
stimulates hyphal growth of Glomus spp. (Nair et al. 1991; Vierheilig et al.
1998).

So far, two flavonoids, quercetin (Tsai and Phillips 1991) and 4′,7-
dihydroxyflavone, have been reported to induce hyphal branching. How-
ever, flavonoids seem not to be the active signals in root exudates of host
plants inducing AM hyphal branching (Nagahashi and Douds 1999, 2000;
Douds and Nagahashi 2000; Buee et al. 2000).

3.1.2
Signals from AM Non-Host and Myc– Plants Towards the AM Fungi

Non-Host Plants.
Although most land plants are hosts for AM fungi, some plant families,
e.g. the Brassicaceae and the Chenopodiaceae, are reported as non-AM
plants (Smith and Read 1997). The mechanism responsible for the non-
susceptibility of these plants to AM fungi is still controversial. The hy-
pothesis (see Fig. 1) has been put forward that root exudates of some AM
non-host plants lack signals essential for root colonization by AM fungi,
whereas root exudates of other AM non-host plants contain compounds
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Fig.1. Effects of root exudates of non-host plants and myc− (pmi) plants on spore germina-
tion and hyphal growth

inhibitory to AM fungi (reviewed by Giovannetti 2000; Giovannetti and
Sbrana 1998; Vierheilig et al. 1998).

Similarly to the studies with AM host plants, root exudates of non-
host plants have been tested under axenic and monoxenic conditions for
their effect on AM fungi. Working with root organ cultures of three non-
mycothrophic plants, Brassica kaber, B. niger and sugar beet and the my-
cotrophic carrot, Schreiner and Koide (1993a) reported that all roots “. . .
stimulated germination and hyphal growth of Glomus etunicatum . . . how-
ever, only roots of the mycothophic species (carrot) supported continued
hyphal exploration . . .”.

Working with sugar beet (a member of the non-mycothrophic Chenopo-
diaceae) and carrot (mycothrophic) root organ cultures, Bécard and Piché
(1990) found that roots of both plants stimulate hyphal growth through
root volatiles, and suggested CO2 as the active factor, whereas the effect of
root exudates of the mycothrophic and non-mycothrophic plants seemed
to differ. In their experiment, in contrast to carrot root exudates, sugar
beet root exudates did not exhibit a stimulatory effect on hyphal growth. In
recent studies, not only the lack of stimulatory compounds in root exudates
of sugar beet but also the presence of inhibitory compounds have been sug-
gested. In the presence of exudate from Ri T-DNA-transformed sugar beet
roots, David-Schwartz et al. (2003) found a drastic inhibition of spore ger-
mination of G. intraradices, and Nagahashi and Douds (2000) reported an
inhibition of hyphal tip growth of Gi. gigantea by sugar beet root exudates.
The release of inhibitory compounds by members of the non-mycothrophic
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Chenopodiaceae has been suggested previously in studies performed under
soil conditions. Vierheilig et al. (1995) found that hyphal spreading through
the rhizosphere of spinach plants was negatively affected, and recently it
has been reported that the application of root exudates of sugar beet to
cucumber plants inoculated with G. mosseae resulted in reduced root col-
onization (Vierheilig et al. 2003). The presence of compounds in spinach
root inhibiting AM spore germination has been shown before (Vierheilig
and Ocampo 1990).

Inhibitory compounds in root exudates also have been suggested for
members of the Brassicaceae and for Urtica dioica, a member of the Ur-
ticaceae family. Observing the retraction of cytoplasm from the hyphal tip
of G. etunicatum in proximity to transformed roots of B. nigra, Schreiner
and Koide (1993a) suggested “. . . the involvement of inhibitory compounds
in the rhizoplane interaction of G. etunicatum with the nonmycotrophs
. . .”. This hypothesis was confirmed by experiments in soil using the filter
“sandwich” method (Tommerup 1984), where spore germination of G. in-
traradices was inhibited in the presence of intact living roots of B. kaber
and B. nigra (Schreiner and Koide 1993b), and under axenic conditions
volatiles released by B. oleraceae inhibited spore germination of G. mosseae
(El-Atrach et al. 1989). Moreover, in greenhouse experiments, spreading of
G. mosseae through the rhizosphere of B. napus (Vierheilig et al. 1995) and
Urtica dioica was reduced (Vierheilig et al. 1996), and the application of
root exudates of B. nigra to cucumber plants inoculated with G. mosseae
resulted in reduced root colonization (Vierheilig et al. 2003).

Lupins are exceptions in the mycorrhizal host family of the Leguminosae
as they do not form the AM symbiosis (Avio et al. 1990). Several works
on lupins have been performed with Lupinus albus (Gianinazzi-Pearson
et al. 1989; Vierheilig et al. 1995, 2003), showing no signs of inhibitory
compounds released by the roots. This was confirmed in a recent work by
Oba et al. (2002) on the axenic growth of Gi. margarita, showing no negative
effect of root exudates of L. albus. However, when testing root exudates of
a number of other Lupinus species, it was found that root exudates of lupins
in general do exhibit an inhibitory effect on hyphal growth.

To summarize, although there are still somecontradictory reports, recent
data from in vitro experiments point towards the presence of inhibitory
compounds in root exudates of most AM non-host plants. However, this
does not exclude that factors other than root exudates are involved in the
determination of the non-host status of these plants.

Myc– Plants
The rhizobia–legume symbiosis has been explored in detail using mutants
which fail to form nodules, the so-called nod− mutants. In AM symbioses,
due to the obligate status of the fungal symbiont, the control exercised
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by each symbiont is poorly understood. When compared to the rhizobia–
legume interaction, the use of myc− mutants in AM research is just at the
beginning. Several reports using myc− mutants (to cite only the earliest
papers, Duc et al. 1989; Gianninazzi-Pearson et al. 1991) have shown the
potential of plant mutants to give us new insight into the biology of the
mycorrhizal symbiosis.

Several types of myc− mutants have been identified so far. The “early
myc−” or myc−1 mutants are characterized by an enhanced number of
appressoria on the root surface and on aborted infection. The “late myc−”
or myc−2 show a normal root colonization pattern, but arbuscule formation
is blocked (Gianinazzi-Pearson et al. 1991).

Most recently, mycorrhizal mutants from non-legume systems have been
identified. So-called premycorrhizal infection (pmi) tomato mutants are
resistant to colonization by single spores and colonized roots (David-
Schwartz et al. 2001, 2003). Besides these, the colonization pattern of the
“highly reduced mycorrhizal colonization” (rmc) tomato mutants in soil
consists of the blockage of AM fungal penetration at root surface or outer
root layers for species such as G. intraradices, whereas for other AM fungi
species such as G. versiforme, colonization is established normally after
a certain resistance from the root (Barker et al. 1998).

Working with pre-SMC of myc−1 peas, Balaji et al. (1995) reported that
root volatiles from these mutants significantly stimulated Gi. margarita
hyphal growth, whereas root exudates produced by both myc− mutants
and wild-type peas inhibited hyphal growth. This is in contrast to a later
report by Buee et al. (2000) where in axenic culture purified root exudates
from of myc−1 and myc−2 roots exhibited a similar branching activity as
root exudates of wild-type pea roots. These data are in agreement with
those obtained in pot experiments. Giovannetti et al. (1993b) reported that
root exudates of whole myc−1 pea plants had the same stimulatory effect
on hyphal growth of G. mosseae as exudates from wild-type pea plants.

Interestingly, the myc− status of the pmi tomato mutants, apparently
blocked in a very early event of their symbiotic potential, seems to be
regulated differently (Fig. 1). Whereas volatiles of root organ cultures of
pmi myc− tomato mutants and tomato wild-type plants exhibited a similar
effect on hyphal growth (Gadkar et al. 2003) as that known from other host
plants (Bécard et al. 1989; Bécard and Piché 1989a, b, 1990), root exudates
of transformed and non-transformed pmi tomato mutants reduced spore
germination of G. intraradices (David-Schwartz et al. 2003), and retarded
the proliferation of G. intraradices in vitro (Gadkar et al. 2003). A pre-
liminary characterization of the exudates with polyvinyl polypyrrolidone
suggested that the inhibitory compounds are of phenolic nature.

In a very recent work, Bago et al. (2005) have compared the coloniza-
tion features of the AM fungus G. intraradices growing monoxenically on
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wild-type or rmc mutant tomato root organ cultures. When in monox-
enic culture, the rmc phenotype showed an increased resistance to fungal
penetration, which led the fungus to multiply “attempts” to penetrate.
Only few of these attempts were successful, and in such cases the infec-
tion unit was rather spatially restricted compared to those formed in the
wild type. Since fluorescence microscopy of the rmc root organs showed
no signs of increase in cell wall thickness compared to the wild-type root
organs, the authors suggested that some type of unknown barrier, other
than physical, is involved in the blockage of root colonization by the rmc
mutant.

To summarize, some AM non-host plants and the pmi myc− plants
seem to share certain mechanisms affecting their susceptibility to AM
fungi, at least at the pre-symbiotic phase of the symbiosis when signals are
exchanged between the plant and the AM fungi. The data discussed above
clearly show the importance of root exudates favourable to AM fungi for
a successful establishment of the AM association.

3.2
AM Fungus-to-Plant Signals

First reports on the perception of AM fungi by the plant before root colo-
nization date about 10 years back. Whereas Simoneau et al. (1994) reported
the appearanceofnewpolypeptides inRi T-DNA-transformed tomato roots
challenged with a spore extract of G. intraradices, Vierheilig et al. (1994)
observed activity changes of two hydrolases, a β-1,3-glucanase and a chiti-
nase, in roots of an AM fungi-inoculated non-host plant. The hypothesis of
AM fungus-derived signals perceived by the plant prior to root coloniza-
tion has been confirmed by recent studies reporting the accumulation of
glucosinolates in a range of non-host Brassicaceae plants (Vierheilig et al.
2000), and alterations of the accumulation pattern of several flavonoids in
alfalfa roots challenged with spores and hyphal fragments of G. intraradices
(Larose et al. 2002).

Recently, by using pre-SMC of several AM fungi and M. truncatula which
were physically separated, Kosuta et al. (2003) have shown that a diffusible
factor from different AM fungi induces symbiosis-specific MtENOD11 ex-
pression in roots of M. truncatula. The diffusible AM fungal factor seems
specific to AM fungi, as no MtENOD11 induction was observed with several
fungal pathogens.

It is tempting to speculate on the function of changes promoted in roots
of AM host plants by AM fungus-derived signals before root penetration.
Larose et al. (2002) hypothesized that a more favourable environment for
root penetration is created by the host through changes in the flavonoid
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pattern in the presence of fungal signals. Further studies are needed to
understand the early signalling events during the formation of the AM
association. Possibly, the signal exchange cascade between AM fungi and
their host plants is as complex as that between rhizobial bacteria and
legumes (Vierheilig and Piche 2002), with every step being essential for the
outcome of a functional symbiosis.

4
Symbiotic AM Fungal Growth

After reaching the host plant root, AM fungi grow on its surface, form
appressoria, penetrate, and finally form intraradical structures such as
intercellular hyphae, arbuscules and, in some cases, vesicles. The establish-
ment of the symbiosis in AM non-host plants is stopped at the stage just
before a direct contact between the plant and the fungus occurs. Neither
hyphal growth on the root surface nor the formation of appressoria can
be observed in transformed (Bécard and Piché 1990; Schreiner and Koide
1993a) or non-transformed roots of AM non-host plants (Giovannetti et al.
1993b; Vierheilig et al. 1994, 2000). However, both gene regulation (Yap
and Schultze 2003) and the physiology (Vierheilig et al. 1994, 2000a) of the
non-host plant are altered in the presence of AM fungi.

Using SMC, the development of the fungus after root penetration can
be followed. After root colonization, runner hyphae spread through the in
vitro agar media, forming at regular intervals so-called branched absorbing
structures (BAS) and spores (Diop et al. 1992; Bécard et al. 1995; Bago et al.
1998a, b).

Further information on sporulation can be acquired from recent exper-
iments in which the intra- and extraradical colonization features of rmc
root organ growing monoxenically with G. intraradices were examined. As
stated above, the AM fungus was able to penetrate and establish symbio-
sis with the rmc root organ, although the extent of such colonization was
greatly reduced (Bago et al. 2005). Intraradical colonization structures in
rmc (i.e. coils, arbuscules) appeared normal, as were extraradical struc-
tures such as runner hyphae and BAS. However, reflecting the decreased
intraradical colonization extent, a reduction in extraradical mycelial devel-
opment was evident. The authors suggested that a limitation in C uptake
and/or translocation by the AM fungus could be at the basis of this, since
one of the most significant effects observed was a dramatic reduction in
sporulation by extraradical hyphae in rmc compared to wild-type cultures.
Nevertheless, this possibility is still to be confirmed.

Interestingly, the hyphal and spore density of the extraradical mycelium
is also affected by the presence of the root. When in SMC the extraradical
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mycelium of G. intraradices is physically separated from the Ri T-DNA-
transformed carrot root, hyphal density and spore density are more than
doubled (St.-Arnaud et al. 1996), in the absence of sugar and root exu-
dates. St.-Arnaud et al. (1996) suggested that root exudates from colonized
roots inhibit extraradical hyphal growth and sporulation in the proximal
compartment.

Amodificationof thebi-compartmentalmonoxenic systemofSt.-Arnaud
et al. (1996), replacing the physical separation by a nylon screen (60-µm
mesh size), thus restricting root growth to one compartment but allowing
hyphal growth and the movement of root exudates in both compartments,
resulted in a reduction of sporulation on the root-free side compared to
sporulation in root-free compartments where root exudates from the Ri
T-DNA carrot root were physically excluded (García-Garrido and Ocampo,
pers. comm.). These data suggest a negative effect of root exudates of my-
corrhizal roots on the sporulation of AM fungi, although the production
of self-regulatory compounds by the extraradical mycelium could not be
excluded. Filion et al. (1999) reported the presence of biologically active
substances in the extraradical mycelium of G. intraradices.

In soil systems, alterations of the microbial population around mycor-
rhizal compared to non-mycorrhizal roots point towards a changed exu-
dation pattern of mycorrhizal roots (Linderman and Paulitz 1990; Bansal
and Mukerji 1994; Andrade et al. 1997; Vazquez et al. 2000; Marschner et al.
2001). Data from in vitro systems seem to confirm an altered root exu-
dation of mycorrhizal plants. Root exudates collected from mycorrhizal
strawberry plants have been shown to exhibit a reduced stimulatory effect
on the sporulation of the fungal pathogen Phytophthora fragariae, com-
pared to root exudates of non-mycorrhizal plants (Norman and Hooker
2000). Recently, it has been shown that root exudates collected from non-
mycorrhizal tomato root organ cultures exhibit a higher attracting effect on
zoospores of Phytophthora parasitica than root exudates from mycorrhizal
tomato root organ cultures (Lioussanne et al. 2003). An inverse effect was
observed with the chemotactic response of plant growth-promoting bacte-
ria. Root exudates collected from non-mycorrhizal tomato plants exhibited
a lower attracting effect on Azobacter chroococum and Pseudomonas fluo-
rescens than exudates from mycorrhizal plants (Sood 2003).

Root exudates of mycorrhizal plants also show an altered effect on AM
fungi.Root exudates collected frommycorrhizal cucumber plants exhibited
a reduced stimulatory effect on the axenic growth of AM hyphae (Pinior
et al. 1999), whereas in a soil system root exudates of mycorrhizal cucumber
plants exhibited a suppressive effect on root colonization by AM fungi
(Pinior et al. 1999; Vierheilig et al. 2003).

The importance of the altered effect of root exudates of non-mycorrhizal
and mycorrhizal plants still remains unclear. It has been suggested recently
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that an altered root exudation is possibly involved in the autoregulation of
mycorrhization and the enhanced resistance of mycorrhizal plants towards
soil-borne pathogens (Vierheilig and Piché 2002; Vierheilig 2004).

5
Conclusion

In this review, data obtained from soil, asymbiotic, pre-symbiotic and sym-
biotic in vitro AM cultures have been discussed. Such data show the great
possibilities offered by the in vitro culturing approach to study different
aspects during the formation of the symbiosis. In many cases, data ob-
tained with in vitro systems have been confirmed or do confirm results
obtained in non-axenic experimental systems. However, besides a huge
potential to answer questions on asymbiotic and pre-symbiotic events, few
data on symbiotic events from in vitro systems are available as yet. Al-
though somehow artificial, it is obvious that in vitro cultures offer new
avenues in our understanding of the plant–AM fungus dialogue leading to
AM establishment and functioning.
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9 Carbon Metabolism,
Lipid Composition and Metabolism
in Arbuscular Mycorrhizal Fungi
Anne Grandmougin-Ferjani1, Joël Fontaine1, Roger Durand1

1
Introduction

Arbuscular mycorrhiza (AM) is a compatible interaction between plant
roots and fungi (Glomeromycota), and the most widespread symbiosis of
land plants in all terrestrial ecosystems. This mutualistic interaction has
important implications for plant nutrition, plant health and vegetation dy-
namics (Smith and Read 1997). The interaction between both symbionts
at the cellular, biochemical and molecular levels has received increased
interest, with the development of a range of molecular and physiological
microtechniques allowing investigations of symbiotic processes at a more
and more refined scale (Franken 1999; van Buuren et al. 2000; Bago et al.
2002a; Gollotte et al. 2002). However, obtaining information on the physi-
ology of the two partners of the symbiosis is difficult for technical reasons.
The fungus is obligatory biotrophic, and therefore necessitates the pres-
ence of the plant partner to fulfil its life cycle, and only small amounts
of fungal material is available for analysis [spores, extraradical mycelium
(ERM), intraradical mycelium (IRM)]. In addition, the conventional pot
culture production of ERM and IRM cannot ascertain the absence of un-
desirable microbial contaminants, neither in the rhizosphere nor in the
host root. In recent decades, the development of monoxenic culture sys-
tems (see review by Fortin et al. 2002) and the successful maintenance
of tens of strains belonging to most genera have greatly influenced our
understanding of the AM symbiosis. In this chapter, we will review the
major findings made with monoxenic culture systems in fungal physiol-
ogy and metabolism, and the differential expression of genes in IRM and
ERM.
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2
Sugar Metabolism in AMF

It has been estimated that up to 20% of the photosynthetically fixed car-
bon would be transferred from the plant to the AM fungi (Jakobsen and
Rosendahl 1990). The biochemical nature of the transferred form was de-
termined by 13C nuclear magnetic resonance (NMR) spectroscopy. AM
fungus-colonized leek roots were perfused in a solution containing 13C1

glucose (Bago et al. 2000). NMR spectra indicated the transformation of
glucose by the fungus into glycogen and trehalose. Isolated arbuscules
were also shown to use glucose for respiration (Solaiman and Saito 1997).
NMR spectroscopy of AM monoxenic cultures revealed information on
the sugar fluxes between the AM partners when using cultures grown in
divided Petri plates, following the model of St Arnaud et al. (1996). With
such systems, the isotopically labelled substrates could be added either to
the colonized roots or to the extramatrical hyphae in physically separated
compartments. The labelling patterns of each of these samples revealed the
carbon metabolic pathways in IRM and ERM (Bago et al. 2000). Intrarad-
ical hyphae rapidly assimilated hexose but extraradical hyphae appeared
unable to take up sugars (Douds et al. 2000; Bago et al. 2000). Such a strong
duality between IRM and ERM implies an efficient uptake of plant-derived
hexose, the conversion to typical fungal storage forms, i.e. trehalose and
glycogen, and active translocation processes to the ERM (Bago et al. 2000).
The labelling experiments were consistent with the enzymatic determina-
tions and molecular techniques, all indicating the functioning of glycolysis,
tricarboxylic acid cycle and the pentose phosphate pathway in intraradical
structures, whereas a substantial gluconeogenic flux fuelled by the glyoxy-
late cycle is present in ERM (reviewed by Bago et al. 2000, 2002b). Using
the lipid-specific fluorochrome Nile Red, Bago et al. (2002a, c) analysed
the flux of triacylglycerides from IRM to ERM, postulating that these neu-
tral lipids were the main products fuelling the metabolism of extraradical
hyphae.

The understanding of how the AM symbiosis functions is a key issue
in plant development and physiology. However, molecular analyses of the
fungus in the symbiotic stages of development were hampered by tech-
nical limitations to obtain fungal material, particularly when located in
roots. Nevertheless, the combination of advanced molecular techniques
and monoxenic cultures of AM fungi with transformed roots has re-
sulted in the recent identification of a number of genes involved in AM
functioning (van Buuren et al. 2000; Burleigh 2001; Franken and Re-
quena 2001; Golotte et al. 2002; Delp et al. 2003). Cloning of the sym-
biosis genes was obtained by targeted approaches investigating molecules
with known gene sequences and protein functions. The fungal genes
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isolated to date range from nutritionally to morphologically important
genes (review in Harrier 2001; Golotte et al. 2002). More recently, non-
targeted approaches have been used to isolate AM fungal genes. They
include differential display, differential screening, and large-scale EST
sequencing (Gollotte et al. 2002). The use of mycorrhizal defective mu-
tants and the application of high-density array technology are promising
tools to isolate genes involved in the different steps of plant–AM interac-
tions.

Concerning genes involved in carbon metabolism and transport, the
nature of the plant transporters or fungal transporters involved in the
movement of glucose from the cortical cells to the interface compart-
ment and to arbuscules and hyphae are still unknown. A gene encoding
a transmembrane sugar transporter (Mtst1) was cloned from mycorrhizal
roots of Medicago truncatula. This transporter was designed as a hexose
transporter by activity measured in yeast (Harrison 1996). In situ hy-
bridization showed that the sugar transporter transcripts were induced
in cells containing arbuscules and in adjacent cells, suggesting that the
gene may be active in the process of hexose transport towards colonized
plant cells. A phosphoglycerate kinase (PGK) cDNA was isolated from
tomato mycorrhizas by differential display (Harrier et al. 1998). Quantita-
tive immunoblotting using a polyclonal antibody specific for the G. mossae
PGK protein revealed a significantly higher accumulation of the protein
during symbiosis compared with presymbiotic development (Harrier and
Sawczak 2000). These results suggested that there is a differential regula-
tion of fungal genes during symbiosis. Analysis of the Gmpgk fungal pro-
moter showed several regulatory elements homologous to carbon source-
controlled upstream activating elements from Saccharomyces cerevisiae
(Harrier 2001).

AM fungi could cause changes in the regulation of plant genes in roots.
Ravnsknov et al. (2003) demonstrated a higher gene expression of both
Sus1 and Sh1, the two isoforms of sucrose synthase cleaving sucrose into
hexoses, in maize roots colonized by different AM fungal isolates. Higher
sucrose synthase gene expression was not related to the concentrations
of sucrose, reducing sugars or starch in the root tissue whereas increas-
ing soil phosphorus concentrations decreased this gene expression. The
higher gene expression of gene coding for sucrose synthase in AM roots
was measured during the earliest phase of root colonization by fungal
isolates.
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3
Monoxenic Cultivation Techniques
as a Tool for the Establishment
of the Lipid Composition of AM Fungi

It is obvious that the knowledge of AM fungi lipid composition was a pre-
requisite for studies on lipid metabolism in AM fungi. Likewise, the biosyn-
thetic lipid pathways could not be analysed as long as the composition of
the final products was unknown. The monoxenic culture system offers sev-
eral advantages for the investigation of the lipid profile of AM fungi. First,
the production of these fungi is contaminant-free. Mycoparasites or sapro-
phytic fungal organisms were described in the cell wall of AM fungi (Jeffries
and Young 1994; Rousseau et al. 1996) and inside surface sterilized healthy
spores isolated from pot cultures (Hijri et al. 2002). Secondly, monoxenic
cultures allow the substantial production of fungal biomass that is quick
and easy to harvest and permit different biochemical analyses. Finally, the
use of divided Petri plates allows the production of extraradical mycelium
physically separated from the mycorrhizal roots (St Arnaud et al. 1996),
therefore, without interference with the latter.

AM fungi are characterized by thick-walled spores where lipid droplets
are predominant in the cytoplasm (Cooper and Lösel 1974). Ultrastructural
microscopy (Sward 1981) and biochemical studies confirmed that lipids
constitute up to 45% of the dry mass (Beilby 1980; Beilby and Kidby 1980;
Jabaji-Hare1984).Many lipidanalyseswereconductedonAMfungi isolated
from plant roots grown in pot cultures. Relative proportions of lipid classes
were determined (Beilby and Kidby 1980; Jabaji-Hare 1984, 1988; Gaspar
and Pollero 1994; Gaspar et al. 1994). Total fatty acid (FA) composition of
AM fungal spores, auxiliary cells and vesicles were measured (Beilby 1980;
Beilby and Kidby 1980; Jabaji-Hare 1984; Sancholle and Dalpé 1993; Gaspar
and Pollero 1994; Gaspar et al. 1994; Bentivenga and Morton 1994; Graham
et al. 1995; Bentivenga and Morton 1996; Grandmougin-Ferjani et al. 1997;
Jansa et al. 1999; Madan et al. 2002). FA profiles from different polar and
neutral lipid fractions, such as phospholipids (PL), glycolipid and sphin-
golipid, mono-, di-, triacylglycerols (TAG), free FA (FFA) and sterol ester
FA were also determined (Beilby and Kidby 1980; Jabaji-Hare 1984, 1988;
Olsson et al. 1995; Olsson 1999). Few sterol analyses of different species of
Glomaleswere realized (Beilby1980;Beilby andKidby1980;Grandmougin-
Ferjani et al. 1999). A recent review has assembled information available
on the lipids of mycorrhizal associations and on the possible implication
of these substances in mycorrhizal associations (Sancholle et al. 2001).

To date, very few lipid analyses have been performed with AM fungi
propagated in monoxenic cultures. Here, we present the first comparative
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lipid analyses of AM fungi produced under monoxenic culture and in
vivo conditions, with Glomus intraradices, the unique AM fungus which
is available for lipid data, both from mycelium obtained from pot and
monoxenic culture.

3.1
Lipid Classes of Glomus Intraradices

Relativeproportionsof individual lipid classeswere reported in intraradical
spores isolated from pot cultures by Jabaji-Hare et al. (1988). The most
abundant lipid class was TAG (78%), followed by FFA (11%). Major lipid
classes of G. intraradices extraradical hyphae and spores produced under
monoxenic culture conditions were also reported as TAG (57%) and FFA
(26%; Fontaine et al. 2001a). PL represented a minor fraction of lipids,
about 2% of the total present in spores isolated from roots grown in pot
culture or in monoxenic culture.

Radiolabelling experiments using (1-14C) sodium acetate as a lipid pre-
cursor were performed with G. intraradices grown in monoxenic culture
under different experimental conditions, i.e. fungus attached to the host
plants, fungus separated from the roots, and at germinating stage (Fontaine
et al. 2001a). It was concluded that the fungus in all three stages was able to
synthesize de novo its own lipid classes: 1,2- and 1,3-DAG, TAG, PL, sterols
and FFA.

3.2
Total FA Profiles of G. Intraradices

Table 1 shows the comparison between the FA compositions obtained from
pot and monoxenic cultures of G. intraradices. The major FA in the 12
strains analysed, except for DAOM 184739 (Sancholle and Dalpé 1993),
was the C16:1ω5 (Graham et al. 1995; Fontaine 2001). This FA occurs
widely in other species of AM fungi (Jabaji-Hare 1988; Graham et al. 1995;
Olsson et al. 1995; Grandmougin-Ferjani et al. 1997; Jansa et al. 1999;
Madan et al. 1999). C16:0 is the second most-abundant FA, and a significant
percentage of C18:1 was present in the different isolates. A highly similar FA
composition fordifferent isolatesofG. intraradices grown inpot culture and
under monoxenic culture conditions was shown. The FA profiles of fungal
isolates grown on plant species transformed by Agrobacterium rhizogenes
or not were similar, suggesting that plant host is not a significant factor in
modifying the FA profile of AM fungi.

Bentivenga and Morton (1994) demonstrated the stability of the FA pro-
file of one species subjected to different conditions of growth, except with
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sporeswitha longperiodof storage.Apparentlyhealthy sporesmayharbour
different parasites, which cause differences in FA analysis. In this context,
monoxenic cultures appear of particular interest. Each fungal sample must
not necessarily be examined closely for signs of hyperparasitism before the
analysis. Different authors (Jabaji-Hare et al. 1988; Grandmougin-Ferjani
et al. 1997) detected changes due to spore age in the FA profile, whereas
Olsson and Johansen (2000) detected no large differences between 1- and
3-month-old mycelium. Studies performed with monoxenic cultures could
highlight the correlation between lipid analysis and the stage of growth of
the cultures.

Very few analyses were performed with other species of AM fungi pro-
duced under monoxenic culture. The total FA profile of a recent species
described, Glomus proliferum (Declerck et al. 2000), was published. The
same major FA were found – C16:0 and C16:1ω5 represented respectively
34 and 41% of the total content.

3.3
FA Profiles of G. Intraradices
After Separation of Different Lipid Fractions

Total lipid extracts could be fractionated by chromatography (thin layer
chromatography, silica column). Different lipid fractions were obtained
depending of the method employed.

3.3.1
Phospholipid FA

Table 2 shows major FA in the PL fraction: C16:0, C16:1ω5, C18:0 and C18:1.
FA PL presented significant differences between G. intraradices grown in
monoxenic cultures and in pot cultures. Higher proportions of 18:0 were
detected in monoxenic cultures. The presence of C18:2, the dominant FA
of saprophytic fungi (Larsen et al. 1998), was detected for G. intraradices
grown in pot cultures. Surprisingly, this FA was also present in mycelia
obtained from monoxenic cultures. So, this excluded a saprophytic fun-
gal origin. Nevertheless, C16:1ω7 detected in pot culture was missing in
monoxenic cultures, implying that this FA could have originated from some
contaminant micro-organisms of AM fungi in pot cultures.
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3.3.2
Neutral Lipid FA

This fraction contains lipids of storage as main lipids. TAG are the major
type of neutral lipids found in large amounts in spores and vesicles. These
lipids are enriched in 16-carbon FA as compared to PL (Tables 2 and 3). C16
FA represent 75–95% of the FA profile. Homogeneity of FA composition was
observed between the lipid analyses obtained from mycelia grown in pot
cultures and in monoxenic cultures.

There are few reports detailing the FA content of neutral lipid fractions:
mono-, di-, TAG, FFA (Beilby and Kidby 1980). The results obtained by
Fontaine (2001) on G. intraradices isolated from monoxenic cultures were
in agreement with data reported by Beilby and Kidby (1980) on G. caledo-
nius spores isolated from non-monoxenic cultures. The predominant FA
remains C16:1 in all the fractions, except for the FFA. The proportions of
C16:1 in DAG and sterol ester FA decrease in comparison with the TAG
fraction.

3.4
Phospholipid Composition

Very little information is available on the PL of AM fungi. Phosphatidyl-
ethanolaminewas themajorPLdescribed inAMfungal sporesofG.mosseae
(Cooper and Lösel 1978), G. caledonius (Beilby and Kidby 1980) and G. ver-
siforme(Gaspar et al. 1994)obtained fromplant cultures, andG. intraradices
(Fontaine et al. 2001a) grown in monoxenic culture. Other PL detected were
phosphatidylcholine, diphosphatidylglycerol, phosphatidylglycerol, phos-
phatidylserine and phosphatidic acid (Cooper and Lösel 1978; Beilby and
Kidby 1980).

3.5
Sterol Composition

Littleattentionhasbeenpaid to thesterol compositionofAMfungi.Thefirst
analyses on sterol content of AM fungi were performed by Beilby (1980),
Beilby and Kidby (1980) and Nordby et al. (1981) on three different species –
G. caledonius, G. mosseae and Acaulospora laevis – and revealed 24-ethyl-
cholesterol as major sterol. Grandmougin et al. (1999) studied the sterol
distribution in spores of 16 species of AM fungi, including representatives
of Glomaceae, Gigasporaceae and Acaulosporaceae propagated in pot cul-
tures. The main sterol identified in all the species was 24-ethylcholesterol.
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Other sterols identified were cholesterol, 24-methylcholesterol, 24-methyl-
cholesta-5,22-dienol and ∆5-avenasterol. Ergosterol wasnotdetected inany
of the analysed species, except for traces in G. mosseae (Nordby et al. 1981),
despite the fact that this sterol was recognized to be the most common
sterol found in fungi (Weete 1989). Generally, the presence of ergosterol
was restricted to the more advanced fungal taxa (Weete and Gandhy 1997).
Nevertheless, the presence of ergosterol in roots colonized by AM fungi and
in extraradical mycelia was published by Frey et al. (1992, 1994), Antibus
and Sinsabaugh (1993) and Fujiyoshi et al. (2000). Methods which used
ergosterol analysis to estimate AM fungal biomass in the root and soil were
proposed (Hart and Reader 2002a, 2002b). These different experiments
were conducted with material obtained from pot cultures susceptible to
have been contaminated with some saprophytic or parasitic fungal organ-
isms.

The use of monoxenic cultures allowed the investigation of sterol content
without contaminating fungi. The sterol composition of G. intraradices and
G. proliferum spores was established (Declerck et al. 2000; Fontaine et al.
2001b, 2004). Predominant sterols were found to be 24-alkylsterols. No
detectable ergosterol was found. Recently, Olsson et al. (2003) estimated
the ergosterol content of G. intraradices and Gigaspora margarita mycelia
as well as colonized and non-colonized roots developing in monoxenic
cultures. They used two different methods, but neither revealed the pres-
ence of ergosterol, consistent with the earlier findings of Fontaine et al.
(2001b, 2004). The monoxenic culture of AM fungi also allowed the explo-
ration of the particular sterol metabolism of these fungi as G. intraradices
under different experimental conditions (Fontaine et al. 2001b). Feeding
experiments with a labelled precursor of lipids were performed. A de novo
synthesis of two main AM fungal sterols, 24-methylcholesterol and 24-
ethylcholesterol, and different metabolic intermediates, lanosterol and 24-
methylenelanosterol, was detected for the first time. Absence of synthesis
of ergosterol was pointed out.

∆5-sterols – terminal products of the sterol pathway – found in G. in-
traradices developing in pot cultures and in monoxenic cultures were
cholesterol, 24-methylcholesterol, 24-ethylcholesterol-5,22-dienol, 24-
ethylcholesterol and 24-ethylidenecholesterol (Grandmougin-Ferjani et al.
1999; Fontaine et al. 2001b, 2004). However, changes in the relative pro-
portions of main sterol were observed between the sterol profiles obtained
in spores of G. intraradices grown in pot cultures and in monoxenic cul-
tivation systems (Grandmougin-Ferjani et al. 1997; Fontaine et al. 2001b,
2004). This change is still poorly understood. It could be hypothesized that
the sterol metabolism could be affected by culture conditions or during
the ontogeny of spores, as described in a biotrophic pathogen Blumeria
graminis (Muchembled et al. 2000).
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4
Monoxenic Culture Techniques as a Tool
for the Establishment of Lipid Indicators
of the Presence of AM Fungi in Roots

The abundance of lipids in AM fungi is a potential tool to evaluate AM
fungi in host root tissue. Root staining methods, followed by microscopic
examinations, are traditionally used to evaluate the presence of AM fungi
and root colonization levels. However, these methods, based on differential
staining of roots and estimation of the percentage or total length of the
root, are all tedious, time-consuming (Sylvia et al. 1994) and dependent on
the visualization technique employed (Gange et al. 1999). For these fungi,
the signature FA C16:1ω5 was proved to be a tool for the estimation of AM
fungal biomass in soil and in roots. This point was the subject of a review
by Olsson (1999).

Schmitz et al. (1991) have observed a significant increase of 24-methyl/
methylenecholesterol upon mycorrhizal colonization of roots obtained
from pot cultures. A recent study, which used monoxenic cultures, es-
tablished that the increment of 24-methyl/methylene sterols was an appro-
priate indicator of AM colonized transformed roots (Fontaine et al. 2004).

5
Lipid Metabolism

Lipids are the main sources of carbon in AM fungi, and therefore they
are in the centre of the C metabolism. Isotopic labelling has long provided
a powerful approach to study metabolism in living systems. The application
of these methods to study AM systems was made difficult because of the
obligate biotrophic nature of these fungi, and the necessity to culture them
in the presence of their plant partner. The first studies using labelled pre-
cursors were performed during the 1970s with whole plants. Ho and Trappe
(1973) demonstrated the transfer of photosynthates labelled by 14CO2 to
mycelium of Glomus mosseae. In 1975, Cox et al., using autoradiography of
mycorrhizal roots and external mycelium, showed that hyphae, vesicules
and arbuscules contained a greater proportion of 14C, after translocation of
14C-labelled photosynthate. These authors suggested that photosynthates
were used by the mycorrhizal fungus for lipid synthesis. Bevege et al.
(1975) examined the assimilation of 14C-labelled photosynthates and its
distribution among carbohydrates and other fractions in AM fungi and in
non-mycorrhizal roots. They concluded that much of the 14C-lipid fraction
was concentrated in extraradical hyphae. Lösel and Cooper (1979) were
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the first to demonstrate that lipids of mycorrhizal onion became labelled
when plants photosynthesised in presence of 14CO2 or were supplied with
labelled lipid precursors (acetate, glycerol, sucrose).

These experiments provided information on the classes of compounds
labelled in colonized roots by 14CO2 or by different substrates, but they did
not elucidate the lipid metabolism of AM fungi and did not perceive where
the synthesis of lipids took place.

In the last years, the development of the monoxenic cultivation systems
stimulated interest in the lipid metabolism of AM fungi. The use of AM
monoxenic cultures has allowed longer-term labelling experiments without
interference with other micro-organisms, and has also facilitated the selec-
tive application of labelled substrates to either the extraradical mycelium
or to the mycorrhizal roots in using bi-compartmented Petri plates. Two
types of isotope labelling were used to study AM fungi lipid metabolism,
i.e. 14C and the 13C.

5.1
14C Labelling

Acetate is the universal precursor of lipid synthesis. Labelled acetate is
frequently used to study the lipid metabolism of plants or fungi. The lipid
labelling in these organisms is obtained after short period (hours or days)
of radiolabelled precursor application. The first study on AM fungi using
[1-14C] acetate was realized in 1983 by Beilby on germinating spores. Pre-
vious biochemical works have shown that AM fungi contained between
45 and 72% of lipids, with TAG as major lipid class (Beilby and Kidby
1980). During germination, the concentration of these neutral lipids was
decreased while the polar lipids increased (Beilby and Kidby 1980; Gaspar
et al. 1994). In the same way, free sterol fraction was obtained in greater
quantity than sterol ester in germinating spores (Beilby and Kidby 1980),
these esters being considered to be a storage form for sterols in fungi (Parks
and Weete 1991). The lipid synthesis during germination of G. caledonium
spores isolated from soil was shown by Beilby (1983). The incorporation of
[1-14C] acetate into the lipids was detected 2 h after spore imbibition. By
5 h, all lipid class contained low levels of isotope. The rate of incorpora-
tion into TAG and DAG increased significantly between 19 and 35 h, while
the label of other lipid fractions showed little variation (FFA, PL, sterols).
No label was detected in either the sterol ester or the monoacylglyceride
fractions. Therefore, these results supported biochemical works described
above. Under monoxenic culture conditions, Fontaine et al. (2001a, 2001b)
have shown that in germinating spores of G. intraradices, [1-14C] acetate
was incorporated predominantly into the PL and free sterol fractions. This
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asymbiotic phase is characterized by a high synthesis of membranes for
the development of the germ tube. This strong synthesis requires the use
of lipid reserves, probably under the action of hydrolytic enzymes of the li-

Fig.1. Possible biosynthetic pathway of sterols in Glomus intraradices
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pase type as described by Gaspar et al. (1997b), but also a de novo synthesis
of polar lipids and free sterols from exogenous precursors. Labelling ex-
periments using [1-14C] acetate were realized also on ERM (Fontaine et al.
2001a), and have shown an incorporation into various lipid classes (FFA,
DAG, TAG, PL and sterols). The AM fungus was therefore able to synthesize
its own lipids in this symbiotic phase, with a major rate of incorporation
into PL, DAG, TAG and sterols. These results were in agreement with those
of Gaspar et al. (1994a) who demonstrated that when the fungus was in
symbiotic stage, the development of ERM (hyphae and spore maturation)
needs a high amount of TAG and PL. When acetate was added to the fungal
compartment, a part of radioactivity was rapidly found in lipids of mycor-
rhizal roots. This result demonstrated that a slight part of [1-14C] acetate
uptake by ERM or of labelled lipids could be transferred to IRM. The study
of the distribution of radioactivity among the sterol classes (free sterols and
sterol ester) showed that radioactivity was associated with the two main
AM fungal sterols, 24-methyl cholesterol and 24-ethyl cholesterol, but also
with biosynthetic intermediates, lanosterol and 24-methylene lanosterol
(Fontaine et al. 2001b). By using mevinolin, a competitive inhibitor of 3-
hydroxy-3-methylglutaryl coenzyme A (HMG-CoA) reductase, a high inhi-
bition of the radioactivity incorporation in AM fungal sterols was shown.
These results indicated that acetate was metabolised into sterols by the
classical mevalonate pathway, as in filamentous fungi (Dish and Rohmer
1998). Labelled biosynthetic intermediates identified in the extracts of G.
intraradicesERM allowed to propose a hypothetical sterol pathway (Fig. 1).
So, AM fungi synthesize sterols though the mevalonic acid pathway via
HMG-CoA from an acetyl-CoA carbon source.

5.2
13C Labelling

In order to investigate the ability of AM fungi to synthesize lipids, labelling
experiments using 13C labelling and NMR spectroscopy were performed by
several workers. NMR spectroscopy is among the most informative meth-
ods allowing the study of several metabolisms at the same time. In order to
work for longperiodsof timeandwithoutpossible contamination, these ex-
periments have been realized under monoxenic culture conditions. In 1999,
Bago et al. demonstrated that the synthesis of storage lipids in the asym-
biotic stage of G. intraradices was not significant. None of the substrates
(glucose or acetate) provided during spore germination resulted in de-
tectable labelling of storage fungal lipids, in spite of the label of acetyl-CoA
or trehalose. These authors concluded that the synthesis of storage lipid was
blockedorgreatly reduced in theasymbiotic fungus, and that lipid synthesis
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was largely or entirely confined to lipid constituents of the membranes. In
1999, Pfeffer et al. showed that when 13C-Glc was added to the root compart-
ment of the bi-compartmental monoxenic culture system (St Arnaud et al.
1996), neutral lipids from both the root and fungal compartment were la-
belled. Glucose taken up by the IRM was metabolized via glycolysis and was
labelled from acetyl-CoA, from labelled pyruvate. When 13C-glucose was
added to the fungal compartment, neither fungal nor root compartment
contained labelled lipids, nor other labelled compounds. They concluded
that glucose was taken up by the fungus only within the root, and was me-
tabolized to storage lipids. On the other hand, the extraradical mycelium
was unable to take up exogenous sugars. Curiously, in using 13C-acetate,
these researchers obtained low levels of labelling in both host and fungi
extracted from the root compartment when acetate was added to the root
compartment. No labelling was observed in fungal or host storage lipids
when acetate was added to the fungal compartment in spite of the uptake of
acetate by the ERM demonstrated by the labelling of trehalose in IRM. Us-
ing 2H2O labelling, a more permeable precursor than acetate, they demon-
strated that little or no storage lipid synthesis occurred in AM extraradical
mycelium. AM lipids were synthesized in IRM and then transferred from
IRM to ERM. Bago et al. (2002c) showed a significant bidirectional translo-
cation of lipid bodies containing storage lipids. They concluded that large
amounts of lipids were translocated between IRM and ERM, with a possible
recirculation of these lipid bodies throughout the fungus.

5.3
Lipid Synthesis in Arbuscular Mycorrhizae: the Controversy

Actually, lipid metabolism of AM fungi appears still unclear. Results from
14C and 13C labelling seem to be contradictory. In NMR studies, only the
most abundant FA, i.e. C16:1ω5, was used to follow the lipid metabolism
in AM fungi. This FA, predominantly associated with storage lipid, cannot
be used in order to study lipid metabolism as a whole. The studies with
the 14C labelling used a global label on lipid compounds, and not only on
one FA. Using [1-14C] acetate, recent studies have shown that germinating
spores and extraradical hyphae were completely unable to synthesize 16-
carbon FA, but were able to elongate and desaturate FA already present
(Trépanier et al. 2003). These results could explain the controversy and
showed that, in using [1-14C] acetate or [1-14C] sucrose, AM fungi were
able to synthesize their own FA only inside the root. FA synthase genes of
AM fungi could hypothetically be exclusively expressed in the intraradical
mycelium. Trépanier et al. (2003) suggested that root signal or massive
hexose influx could activate the fungal FA synthase.
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6
Conclusions

The use of AM monoxenic cultures in combination with isotopic labelling
techniques has been primordial to clarify the lipid metabolism of AM fungi,
and may be at the cutting edge of technologies used to understand the obli-
gate biotrophic nature of these fungi. Bago et al. (2000) have suggested that
AM fungi are characterized by morphologic and metabolic differentiations
between IRM and ERM. The differentiation program could be induced by
specific physical or chemical factors in the particular environment where
the IRM developed, the root apoplast (Bago and Bécard 2002). In order to
understand why the IRM is biosynthetically competent, genes encoding the
key enzymes governing lipid metabolism, such as FA synthase, should be
examined and host signal(s) should be identified. To date, studies on lipid
metabolism under monoxenic culture conditions have been realized on
G. intraradices Schenck & Smith (DAOM 197198). Futures studies should
be extended to other AM fungal genera.

AM monoxenic cultures have also offered unique advantages for inves-
tigating carbon metabolism (13C–14C labelling) and lipid translocation in
hyphae. In the future, this technique will continue to provide contaminant-
free plant and fungal materials.

The most recent results obtained in the understanding of the AM sym-
biosis by using different molecular biological techniques (Franken and
Requena 2001; Harrier 2001; Burleigh 2001; Delp et al. 2003) have demon-
strated a spatial and temporal regulation of the expression of plant and
fungal genes. There is a mutualistic control of gene expression when
symbiosis is established. The presence of IRM and arbuscules in plant
cortical root cells modulates the expression patterns of plant genes in-
volved in carbon metabolism (sucrose synthase: Ravnskov et al. 2003),
and genes involved in nutrient transport (Burleigh 2001). Quantification
of fungal genes in mycorrhizal roots is possible when using a combina-
tion of molecular techniques (quantitative RT-PCR and immunoblotting).
Unfortunately, antibodies corresponding to fungal proteins have been uti-
lized in an attempt to identify specific fungal species or detect AM fungi
in plant roots (Harrier 2001). There is also a lack of data on proteins
corresponding to functional metabolic genes. It is of crucial importance
to develop new tools to understand nutrient transport and carbon and
lipid metabolism in AM symbiosis. AM monoxenic cultures offer unique
advantages for investigating the differential expression of genes in IRM
and ERM. The genome sequencing of G. intraradices will allow, from
identified genes, the design of specific primers for quantitative expres-
sion and recombinant protein and antibody production for immunodetec-
tion.
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From RMN studies of lipid metabolism, Bago et al. (1999) and Bago
and Bécard (2002) hypothesized that the failure of AM fungi to complete
their life cycle in the absence of plants (obligate biotrophy) could be due
to a lack (or insufficient ability) of neutral lipid biosynthesis of both ERM
and germinating spores. Cloning and expression analyses, at both mRNA
and protein levels, of genes encoding enzymes involved in lipid biosynthe-
sis are required to support or invalidate this hypothesis. RMN studies after
labelling of ERM or IRM in transformed monoxenic cultures demonstrated
that the hyphae in both phases of development behave differently with re-
spect to carbon metabolism and glucose transport (Bago et al. 2000, 2002b;
Bago and Bécard 2002). Germ tubes produced during germination are able
to take up limited amounts of hexose (Bago et al. 1999), and hexose trans-
porters should be present in the fungal membrane. Intraradical AM fungal
hyphae acquire hexose very efficiently from the plant, and the expression
of hexose transport proteins should be correspondingly high. Extraradical
hyphae which are produced after the colonization of roots behave differ-
ently, ERM being unable to acquire exogenously provided hexose. Are the
glucose transporter proteins absent in ERM? Are the corresponding genes
down-regulated in ERM? It could be postulated that when associated to
plant cells, the fungal nuclei undergo a plant imprinting leading to a modi-
fied expression of fungal genes. This plant imprinting could be maintained
in nuclei of ERM produced by successive division of nuclei originating
from IRM, but should disappear during spore formation. Thus, the base of
the obligate biotrophy of AM fungi could originate from the control by the
plant of fungal genes involved in carbon transport and metabolism, rather
than in intrinsic limitations of AM fungi in these processes.
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10 Monoxenic Culture as a Tool
to Study the Effect
of the Arbuscular Mycorrhizal Symbiosis
on the Physiology of Micropropagated
Plantlets in Vitro and ex Vitro
Yves Desjardins1, Cinta Hernández-Sebastià2, Yves Piché3

1
Introduction

The development of in vitro culture systems for arbuscular mycorrhizal
(AM) fungi has revolutionized the way we approach the complexity of my-
corrhizal interaction, and has provided a powerful model for the study of
the relationship between the mycorrhizal partners. In their recent review,
Fortin et al. (2002) provide an in-depth overview of the impact that these
systems have had on research in the field of AM symbiosis. Indeed, as ex-
plained in other chapters of this book, the development of such systems has
been used extensively in AM fungal systematics, in mycelium development
and sporulation studies, in signalling studies between symbiotic partners,
in physiological studies of the fungal partner, in microbial-free inoculum
production, and in the study of interactions between soil micro-organisms,
including soil-bornepathogens, andmycorrhizal roots.Another areawhere
this technique has been used with some success is the study of the impact
of the mycorrhizal symbiosis on the physiology of host plants. For instance,
Elmeskaoui et al. (1995) described an in vitro culture system, named “tri-
partite”, consisting of the culture of a strawberry plantlet, an AM fungus
(G. intraradices) anda carrot root organunder invitro conditions. With this
system, it has been possible to study the impact of mycorrhizal inoculation
on water relations, mineral nutrition and carbon metabolism of plantlets
produced in vitro. We will thus describe in this chapter (1) how this system
has been adapted to carry out physiological research on mycorrhiza, and
(2) the effect of mycorrhizal colonization on in vitro whole-plantlet physi-
ology. The main scope of this chapter is to demonstrate how this tripartite
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culture system can constitute a powerful tool for the study of many complex
physiological whole-plant responses under aseptic conditions.

2
The Tripartite Culture System

Despite a few successful pioneer reports of AM fungal inoculation on clover
seedlings germinated in vitro or on tomato roots (MacDonald 1981; St-John
et al. 1981; Strullu and Romand 1986), attempts to inoculate in vitro micro-
propagated plants using surface-sterilized germinated spores of AM fungi
placed close to in vitro-formed roots have generally been less successful
(Pons et al. 1983; Ravolanirina et al. 1989; Chavez and Ferrara-Cerrato 1990;
Cassells et al. 1996). This approach may have failed for a number of reasons
which include (1) the different nutrient requirements of both organisms,
i.e. the plant for root initiation, and the fungus for AM establishment
(Rapparini et al. 1994; Vestberg and Estaun 1994), (2) the complex and
time-consuming manipulation of the AM propagules (MacDonald 1981),
and (3) the very low rate of colonization due to the limited number of
propagules normally used to inoculate plantlets (St-John et al. 1981).

The presence of high sucrose and nutrient (N and P) contents in con-
ventional tissue culture media – for example, 60 mmol NO3

− in Murashige
and Skoog (MS) medium (Murashige and Skoog 1962) vs 3.8 mmol in MSR
(Declerck et al. 1998) – generally inhibits the germination of spores or the
establishment of mycorrhizal roots in vitro (Schubert et al. 1987; Lubraco
et al. 2000; Bressan 2002). The presence of 3% sucrose in the medium
reduced hyphal growth compared to media with lower concentrations of
sucrose (Bécard and Fortin 1988). Bressan (2002) observed that high salt
concentrations in the medium prevented mycorrhizal colonization of sweet
potato grown on different substrates (vermiculite, agar, hydroxyethyl cel-
lulose). Media with a higher salt content and, in particular, with a higher N
and P content, like MS medium and Hoagland solution (Hoagland and
Arnon 1950), completely inhibited root colonization (Bressan 2002). Pons
et al. (1983) found that the presence of sterilized soil was necessary to
successfully inoculate propagated plants of Prunus avium L. grown on
agar-solidified media.

Cassells et al. (1996) developed a successful system to establish AM fungi
in vitro. This system took into consideration some of the pitfalls described
above, which have hindered the formation of mycorrhiza in vitro. The orig-
inality of their approach was in the use of an autotrophic culture system
alleviating the necessity to supplement sugar in the medium, concurrently
decreasing the risks of bacterial contamination and competition in the cul-
tures. However, apart from showing that the in vitro inoculation improved
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the growth of plantlets during acclimatization, and that the mycorrhizal
symbiosis had no effect on in vitro photosynthesis, the system was not
used further in physiological studies.

Using the same premises and in order to induce active symbiosis before
transfer to the acclimatization stage, Elmeskaoui et al. (1995) developed
a system by which it was possible to rapidly and consistently achieve a very
high level of in vitro mycorrhization. The basis of this system is to place
actively growing roots from micropropagated plantlets directly in contact
with actively growing mycorrhizal hyphae originating from monoxenic
cultures. AM fungi associated with a root organ provide a vigorous and
uniform fungal mycelium capable of faster root colonization than isolated
germinated spores or surface-sterilized AM colonized root fragments (Bé-
card and Piché 1992). This tripartite culture system was demonstrated to
be useful for physiological studies, while only having limited usefulness
in a practical micropropagation setup since it is technically demanding,
requiring the simultaneous culture of three actively growing partners. In-
novations are still sought to improve its efficiency and profitability for
large-scale operations.

The tripartite culture system has been described in detail by Elmeskaoui
et al. (1995), and was used by Hernández-Sebastià (1998) and Hernández-
Sebastià et al. (1999; 2000). Briefly, spores of an AM fungus are obtained
from a monoxenic carrot (Daucus carota L.) root culture. This monox-
enic culture was routinely produced on minimal (M) medium (Bécard and
Fortin 1988), according to the procedure described by Chabot et al. (1992).
In vitro micropropagated explants are established according to a normal
tissue culture protocol and, following subculture, these explants are trans-
ferred to Sorbarod cellulose plugs (Baumgartner Papiers SA, Lausanne,
Switzerland) in test tubes containing a rooting liquid medium. The cellu-
lose plug acts as a support for the plant in vitro cultures, and also permits
the rapid medium exchange necessary for the following steps of the tripar-
tite culture. These liquid cultures are incubated for 2 weeks in a growth
room (23 ± 1 ◦C), under a photosynthetic photon flux density (PPFD) of
60 µmol m−2 s−1 for a photoperiod of 16 h, provided by cool-white fluores-
cent lamps until inoculation, or until the onset of roots on the explant. At
the same time, in separate culture containers (Magenta boxes, Chicago),
7-cm-long Ri T-DNA transformed roots of carrot (Daucus carota L.) are
inoculated with 40 monoxenically produced spores of Glomus intraradices
inoculated in the middle of a Magenta vessel on M medium (Figs. 1A, 2A).
The vessels are sealed and incubated at 27 ◦C in the dark for 5 weeks. After
the induction of roots on micropropagated plantlets on the paper plugs,
and mycorrhizal establishment on the carrot root organs, the colonization
of micropropagated plantlets is achieved as follows. The rooting medium
is removed from the cellulose plugs by suction and by rinsing three times
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Fig.1A–D. In vitro tripartite culture system used for establishment of mycorrhizae on micro-
propagated plantlets. A Inoculation of Ri T-transformed carrot roots (primary inoculation).
B Micropropagation of plantlets. C Transfer of plantlets to rooting medium on Sorbarod
plugs. D Inoculation of plantlets on Sorbarod plugs onto the primary inoculated roots to
establish the tripartite culture (secondary inoculation)

with sterile distilled water under a laminar flow hood (Fig. 1C). After wash-
ing, liquid M medium is added aseptically to the Sorbarods supporting
micropropagated plantlets. The cellulose plugs are then placed in contact
with the mycorrhizal carrot root organs in culture vessels under aseptic
conditions (Figs. 1D and 2B, E). Tripartite cultures are normally grown at
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Fig.2. A Monoxenic culture on a Petri plate. B Strawberry plantlets on Sorbarod plugs in
a tripartite culture system. C Strawberry plantlets transferred from tripartite culture system
to PEG solutions to induce water stress. D Arbuscules in a mycorrhizal strawberry root.
E Potato plantlets on Sorbarod plugs in the tripartite culture system. F Glomus intraradices
hyphae actively growing in the tripartite culture system

25 ◦C in small growth chambers with a PPFD of 60 µmol s−1 m−2 provided
by cool-white fluorescent lights, for a 16-h photoperiod (Laforge et al. 1990)
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Fig.3. Percentage of strawberry plants colonized with AM mycorrhizal fungi after 5, 10, 20,
30 days following in vitro inoculation in the presence or absence of 5000 ppm CO2. (Adapted
from Elmeskaoui et al. 1995)

with 5000 ppm CO2. This high CO2 concentration has been shown to en-
hance colonization of roots by the AM fungi (Poulin et al. 1993; Elmeskaoui
et al. 1995). In the case of strawberry plants, root colonization was observed
after 10 days, and a high level of colonization was obtained after 20 days
(Fig. 3). We anticipate that any AM-susceptible host plant, if micropropa-
gated without difficulties, especially in the rooting phase, should provide
high rates of AM colonization in the tripartite culture.

Elmeskaoui et al. (1995) demonstrated that the age of the mycorrhizal
carrot root organs is an important factor to optimize the colonization of
plantlets in vitro. For instance, 30-day-old mycorrhizal carrot roots offer
a better source of inoculumthanyounger ones. These authors attributed the
higher colonization potential to a more infective mycelium possessing the
secondary infective structure described by Friese and Allen (1991). More-
over, older roots may also support more hyphae which, in turn, provide
higher inoculation potential.
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One of the most interesting features of the tripartite culture system is the
possibility to obtain mycorrhizal plantlets in vitro, allowing the study of
the physiology and behaviour of these plants in controlled environments. It
provides, for example, an interesting model system to study the hypothesis
that colonization of roots in vitro could provide a certain degree of stress
tolerance during acclimatization ex vitro.

3
The Tripartite Culture System to Study the Adaptation
of Plants to Water Stress
Despite the potential usefulness of measuring the water status of tissue-
cultured plants for understanding physiological changes occurring during
acclimatization, such data are seldom provided (Diaz-Pérez et al. 1995).
One reason for this may be the inherent difficulty of measuring the water
status of small, fragile, in vitro plantlets with classical analytical instru-
ments. Furthermore, very few studies have investigated the potential use
of beneficial rhizospheric micro-organisms, such as AM fungi, to reduce
drought stress during acclimatization. This may be due to the absence of an
in vitro model to study the effect of AM fungal colonization on the water
status of in vitro-produced plantlets under controlled conditions.

AM fungi, especially species belonging to Glomus, are able to modify wa-
ter relations innativeplants (Augé2001). For instance, the stomatal conduc-
tance (Gs), transpiration rate and leaf water potential (ψw) are often higher
in mycorrhizal plants under drought conditions, due to a higher water up-
take (Augé et al. 1987) which allows mycorrhizal plants to maintain higher
rates of photosynthesis and higher water contents than non-mycorrhizal
controls. However, the mechanisms involved in the modification of wa-
ter relations induced by AM fungi remain uncertain. The effects of AM
fungi on plant water parameters are frequently subtle, transient and sub-
ject to highly variable conditions, including the degree of colonization,
the inherent resistance of the plant species to water stress, the efficacy and
competence of the fungus (Ruíz-Lozano and Azcón 1995), soil types and pH
(Al-Agely and Reeves 1995). A number of different hypotheses have been
tested: (1) an indirect effect of improved P nutrition in mycorrhizal plants
(Koide 1993; Wright et al. 1998), (2) an improvement of water uptake by
mycorrhizal root systems, either via the extraradical hyphal phase (Ruíz-
LozanoandAzcón1995), by increasingeffective roothydraulic conductivity
(Sands et al. 1982), or by modifying root architecture (Kothari et al. 1990),
(3) a biochemical modification of water control in the host plant following
changes in hormonal signalling (Duan et al. 1996; Goicoechea et al. 1997),
and (4) an induction of osmoregulatory responses in mycorrhizal plants
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compared to non-inoculated controls (Augé et al. 1986; Goicoechea et al.
1997). However, the results of these studies are inconclusive.

Augé et al. (1986) showed that leaves of mycorrhizal rose plants were
able to enhance their osmotic adjustment under water deficits. Moreover,
in a preliminary study using the tripartite culture system, Elmeskaoui et al.
(1995) showed that colonization with G. intraradices induced changes in
the water status of strawberry leaves and root tissues, under low vapour
pressure deficits (Fig. 4). These authors were able to show that AM fungi
could induce an osmotic adjustment in vitro in the absence of stress, as
indicated by Sánchez-Diaz (1994). It was suggested that this adjustment
could have contributed to the improved adaptation to ex vitro transfer
observed in mycorrhizal plants. However, the mechanism of this adaptation
is still unknown.

Hernández-Sebastià et al. (1999) took this investigation one step further
and evaluated the osmotic potential (ψπL) of leaves and root tissues, as well
as the relative water content (RWC) of whole plants, leaf discs and roots,

Fig.4. Effect of inoculum source on the osmotic potential of strawberry plants after in vitro
inoculation in the presence of 5000 ppm CO2. Squares Control non-mycorrhizal plants,
circles mycorrhizal carrot roots. Mean separation is by Duncan multiple range test (Pv
< 0.05). (Redrawn from Elmeskaoui et al. 1995)
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and the leaf stomatal conductance (Gs) of mycorrhizal plants cultured in
the tripartite culture system under high humidity levels. The authors also
evaluated whether modification of the plant water status of tissue-cultured
mycorrhizal plants was associated with differences in plant mineral nu-
trition. Their results showed that G. intraradices increased the RWC of
whole plantlets. Since neither turgid weight nor dry weight were affected
by the fungal inoculation, it was concluded that mycorrhizal colonization
did not alter the plantlet’s maximal water retention capacity, but rather
allowed it to hold more water during normal growth (Fig. 5). Since foliar
RWC (leaf blade and petiole of plantlets) was not affected by the inocu-
lation treatment, enhanced RWC of the whole plantlet was attributed to
an increase in water retention in the roots. Several possible mechanisms
have been advanced to explain the higher water volume recorded in myc-
orrhizal roots. Duan et al. (1996) suggested that mycorrhizal root systems
have an improved ability to scavenge water in drier soil. Such an ability
could be the result of an increase in turgor in AM roots, or a decrease in
xylem-sap abscisic acid (ABA) concentrations of mycorrhizal plants dur-
ing drought. Higher root water content in AM colonized plants could be
due to changes in biochemical or metabolic pathways which alter the root
osmoregulation process. Mycorrhizal fungi have previously been shown to
alter root cytokinins (Drüge and Schönbeck 1992; Goicoechea et al. 1995)
and calcium concentrations (Augé et al. 1992). It seems conceivable that AM
could also modify water partitioning between the apoplast and symplast
in roots (Augé and Stodola 1990; Bonfante and Perotto 1995). Diaz-Perez

Fig.5. Compartments of dry matter (Dw), absolute freshwater content (Fw–Dw) and water
absorbed during full hydration in deionized water (Tw–Fw) for inoculated (AM) whole
plants and non-inoculated (non-AM) controls. ∗∗ Highly significant between inoculated
and control plants (P < 0.001). (Redrawn from Hernández-Sebastià et al. 1999)
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et al. (1995) reported that higher RWC in leaves of micropropagated apple
plants were correlated with improved resistance to transplantation stress,
although the mechanism involved remains unknown.

3.1
Intraradical Phase of AM Fungi

In a further investigation using the tripartite system, Hernández-Sebastià
et al. (2000) investigated whether the increase in RWC caused by the myc-
orrhizal colonization in vitro could confer an advantage to plants subjected
to the sudden water stress encountered during ex vitro acclimatization.
To do so, mycorrhizal plantlets produced in the tripartite culture system
were transferred to a polyethylene glycol (PEG) solution to simulate and
induce rapid water stress. Transfer of the plantlets from the Sorbarod plugs
to the PEG solution resulted in the loss of the fragile extraradical phase
of G. intraradices, which remained within the plugs. Consequently, colo-
nization comprised only intraradical hyphae, arbuscules and vesicules (see
Fig. 2D). Under the PEG-induced water stress, the authors observed no sig-
nificant differences in water stress adaptations between mycorrhizal and
non-mycorrhizal plantlets under in vitro conditions. It was concluded that
the extraradical phase of the fungus played an important role in improving
water stress. Despite the difficulty of showing reduced water potential in
roots and leaves, the authors were able to show important changes in amino
acid metabolism as a result of the concomitant presence of the mycorrhiza
and the application of an osmotic stress. The intraradical phase of G. in-
traradices caused a large increase in the total amino acid pool under water
stress, while there was no increase in non-mycorrhizal controls. More pre-
cisely, mycorrhizal plants showed a marked increase in asparagine in the
roots, and a corresponding decrease in the leaves (Table 1). The inverse
response was observed in non-mycorrhizal plants. These results suggest
the presence of an important mobile pool of asparagine which moves from
leaves to roots, and vice versa, in response to drought stress, depend-
ing on the plant’s mycorrhizal status. Simultaneously with the increase
in asparagine concentration in mycorrhizal roots, the authors recorded an
increase in starch accumulation within roots. The results thus strongly sug-
gest that the mycorrhizal association induces a coordinated adjustment of
the nitrogen and carbon metabolism, representing an adaptation to water
stress. However, the adaptive response of plantlets to water stress revealed
by the authors is of limited efficiency, and has been largely overwhelmed
by the severity of the PEG-induced osmotic stress of this study. The authors
restricted the scope of their findings to the induction of an adaptation to
water stress induced by the presence of the intraradical phase of the fungi,
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Table 1. Effect of the intraradical phase of G. intraradices on concentrations of asparagine
(Asn), aspartic acid (Asp) and starch in leaves and roots (mmolkg−1) of in vitro strawberry
plantlets cultured in a tripartite culture system, and submitted or not to a strong water stress
caused by a 15% PEG solution for 4 ha. (Adapted from Hernández-Sebastià et al. 2000)

Leaves Roots
In vitro
mycorrhizal PEG (%) Asn Asp Asn Asp Starch
inoculation

Control 0 12.8 ± 0.6 3.2 ± 0.1 29.5 ± 0.2 3.4 ± 1.1 9.7 ± 0.2
15 32.7 ± 0.6 2.0 ± 0.1 17.4 ± 0.2 2.0 ± 1.1 7.8 ± 0.2

Glomus 0 69.5 ± 0.7 3.4 ± 0.1 6.0 ± 0.2 3.4 ± 1.1 6.6 ± 0.2
intraradices

15 11.9 ± 0.7 5.4 ± 0.1 52.5 ± 0.2 5.9 ± 1.1 33.6 ± 0.2

a Means ± SE

and suggested that a different response might have been observed in the
presence of the extraradical mycelium.

3.2
Extraradical Phase of AM Fungi

The extraradical phase of mycorrhizal fungi appears to play an important
role in determining the adaptation of the plants to stress conditions. How-
ever, it is still not clear as to the mechanism by which the AM symbiosis
contributes to water uptake. Some AM fungi have been shown to improve
water uptake and conductivity through the soil–plant–atmosphere contin-
uum via the hyphae in the soil (Ruíz-Lozano and Azcón 1995). By contrast,
Georges et al. (1992) showed that given the small diameter of the hyphae
and the considerable transpiration flux of the plant, the hyphae cannot sup-
ply enough water to improve plant performance significantly. With this in
mind, Hernández-Sebastià (1998) investigated the potential role of a pre-
existing extraradical mycelium of G. intraradices in the acclimatization
substrate in improving water relations, osmotic adjustment, photosyn-
thetic rate and mineral uptake of plantlets during their transfer to soil and
adaptation to drought cycles. To test this, AM and non-AM strawberry
plantlets under the tripartite culture system were transferred to substrates
containing, or not containing, the same strain of an extraradical mycelium
of G. intraradices. The plants were exposed weekly to drought-re-watering
cycles.

In short, in order to compare the effect of the presence of the extrarad-
ical mycelium on stress adaptation during acclimatization, 1 liter recycled
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Table 2. Mineral content of non-mycorrhizal (Nmmix) and mycorrhizal (Mycorimix) peat
substrates used to compare the effect of the presence of active mycorrhizal hyphae on growth
and stress adaptation of non-mycorrhizal and mycorrhizal strawberry plantlets grown in
vitro, under a tripartite culture system. (Adapted from Hernández-Sebastià 1998)

N P K Ca Mg Fe Zn

NMmix 103 6 59 138 26 1.32 0.16
(5)b (2) (7) (8) (2) (0.06) (0.02)

Mycorimix 127 5 61 151 35 1.55 0.20
(30) (1) (6) (34) (5) (34) (0.04)

Cu Mn B Na pH ECa

NMmix < 0.1 0.47 0.33 21 5.31 1.25
(0.04) (0.03) (4) (0.14) (0.07)

Mycorimix < 0.1 0.56 0.33 28 5.56 1.30
(0.09) (0.04) (3) (0.08) (0.17)

aElectrical conductivity (mmho cm−1)
bMineral contents are in ppb (SE); note that 1%=10,000,000 ppb

cellulose culture pots were filled with a peat substrate (Mycorimix, Pre-
mier Tech Inc., Rivières-du-Loup, Québec, Canada) containing at least four
propagules of G. intraradices DAOM 181602 (as dry pieces of colonized leek
roots) per gram of peat. Control pots were filled with an identical but non-
mycorrhizal peat mix (NMmix). Substrate nutrient concentrations, pH and
conductivity are shown in Table 2.

To obtain peat soil substrate with AM mycelia well developed at the be-
ginning of the experiment, rooted non-mycorrhizal strawberry plantlets
were transplanted into the Mycorimix and NMmix pots (three plants per
pot). The strawberry plantlets were fertilized weekly with 250 ml pot−1 of
Long Ashton solution modified by Hewitt (1966). After 1 month in a growth
chamber, the strawberry plantlets were cut at the base of the stems, leaving
their roots in the soil. Thepresenceofmycorrhizawasverified ineachpotby
sampling one whole root system. Mycorrhizal colonization exceeded 25%
in plantlets grown on Mycorimix. All NMmix plants were non-mycorrhizal.
In vitro plantlets, grown in the presence or absence of mycorrhiza under the
tripartite culture system, were transplanted to the two acclimatization sub-
strates. The authors assumed that formation of anastomoses between the
hyphae already in the soil and those present in or on the roots of the in vitro
plantlets could occur, as AM mycorrhizae are known to undergo anasto-
mosis between compatible hyphae (Tommerup and Sivasithamparam 1990;
Giovannetti et al. 2001). The rational was that anastomoses could provide
the in vitro-produced mycorrhizal plantlets with an important extrarad-
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Table 3. Effect of the presence of the extraradical phase of G. intraradices in the acclimati-
zation substrate, and of in vitro inoculation of in vitro strawberry plantlets cultured in a
tripartite culture system, on leaf water potential (ψw), stomatal conductance to H2O, wa-
ter use efficiency (WUE) and leaf sucrose concentration under different irrigation regimes
(control and 20% water saturation). (Adapted from Hernández-Sebastià 1998)

Ex vitro mycorrhizal Water stress ψw Gs H2O WUE
inoculation (MPa) (mms−1) (mol CO2

mmol−1 H2O)

NMa – −0.73 ± 0.03 36.03 ± 2.37 1.58 ± 0.29
+ −1.30 ± 0.03 17.96 ± 2.37 2.63 ± 0.29

Glomus intraradices – −0.77 ± 0.03 36.91 ± 2.37 1.55 ± 0.29
+ −1.61 ± 0.03 7.04 ± 2.37 3.90 ± 0.29

Ex vitro mycorrhizal In vitro mycorrhizal Sucrose concentration in leaves
inoculation inoculation (mgg−1 dry weight)

NM substrate – 22.3 ± 6.4
+ 22.5 ± 6.4

Mycorimix – 16.8 ± 6.4
+ 34.3 ± 6.4

aNon-mycorrhizal. Means ± SE

ical structure, thus replacing that lost during transfer to acclimatization,
thereby conferring an added advantage under drought. The results of this
study confirmed the crucial role of the extraradical phase in water uptake,
mineral absorption and osmotic adjustment of strawberry plants adapted
to drought. We suggest, even if we did not observe it as such, that a well-
developed AM fungus in the acclimatization substrate may have formed
anastomosis with in vitro mycorrhizal hyphae of G. intraradices, which
may have contributed to the modified water relations of acclimated straw-
berry plantlets with a water deficit. Under dry cycles, where pots were
left to dry for 3–4 days until the substrate had reached 20% water satu-
ration, leaf water potential (Ψw), stomatal conductance and transpiration
rates were lower in plants grown in a substrate containing the extraradi-
cal mycelium of an AM fungus than in controls (Table 3). Under drought,
both stomatal conductance and intercellular CO2 were reduced by the My-
corimix treatment. However, the rates of carbon dioxide assimilation (A)
were maintained at levels similar to those of the plants growing on NM-
mix. This resulted in higher instantaneous water use efficiency (WUE) in
the Mycorimix-grown plants under drought stress conditions, compared
to those growing on NMmix. Interestingly, simultaneous use of in vitro
mycorrhizal planlets and ex vitro acclimatization mycorrhized substrate
caused an increase in compatible osmolytes, most noticeably of sucrose,
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in the leaves (Hernández-Sebastià 1998). The results thus demonstrate the
value of the tripartite culture system with mycorrhizal monoxenic cultures
to test complex hypotheses under controlled conditions.

4
The Tripartite Culture System
to Study Sink–Source Relationships
The tripartite culture system has also proved useful in the study of the
benefits of the mycorrhizal association for carbon metabolism, and the
stimulation of photosynthetic C uptake by plants. It is generally assumed
that the increased photosynthetic rates exhibited by mycorrhizal plants
is the result of increased P uptake (Fitter 1991). However, such potential
increases of photosynthesis are modulated by a number of other environ-
mental factors, including atmospheric CO2 and light levels. For the host
plant, these factors can modify the cost-benefit balance of a mycorrhizal
relationship. For example, long-term CO2 enrichment – which otherwise
would stimulate photosynthesis through the suppression of photorespira-
tion (Gerbaud and André 1980) – can, in a situation of insufficient sink
strength, cause sugar accumulation in source leaves and trigger down-
regulation of photosynthesis (Bowes 1991). Some authors have suggested
that mycorrhizal fungi constitute a significant sink for excess assimilates
(Hodges 1996; Wright et al. 1998), which is sufficient to decrease the plant’s
susceptibility to the down-regulation of photosynthesis under prolonged
exposure to elevated CO2. Other authors have suggested that mycorrhiza
can further delay down-regulation of photosynthesis by increasing the up-
take of nutrients required to sustain the stimulated plant growth and the
formation of new sink organs (Lewis and Strain 1996).

Louche-Tessandier et al. (1999) have used the tripartite culture system to
investigate the interactive effects of different CO2 concentrations (350 and
10,000 ppm) and PPFD (60 and 300 µmol m−2 s−1) on the relationship be-
tween the AM fungus G. intraradices and potato plantlets (Solanum tubero-
sum). Using this system, these authors were able to show how changes in
the mycorrhizal colonization rate and in plant source–sink relationships
alter cost-benefit in mycorrhizal potato plantlets. For example, the effect
of AM on weight accumulation was highly dependent on the CO2 enrich-
ment and light levels during tri-culture. Under normal CO2 concentrations,
the AM fungus had no effect on dry matter production, stomatal conduc-
tance or pigment content. Under a CO2-enriched atmosphere and high
light levels, however, the presence of the AM fungus increased dry weight
accumulation of the plantlets by 25 % (Table 4). At the same time, the in-
creased availability of photosynthates under high light and CO2 increased
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Table 4. Effect of in vitro inoculation with Glomus intraradices and of different levels
of CO2 and photosynthetic photon flux (PPF) on percent root colonization, production
of dry matter (DM), chlorophyll a+b content, and maximum quantum efficiency of PSII
photochemistry (Fv/Fm) of potato plantlets cultured in a tripartite culture system. (Adapted
from Louche-Tessandier et al. 1999)

CO2 PPF In vitro Percent Dry matter Chl a+b Fv/Fm
enrichment mycorrhiza colonization (28 days)
(ppm) (µmol (g) (mg g−1

m−2 s−1) FW)

350 60 NMa 0 42.9 ± 6.1 3.2 ± 0.8 0.760 ± 0.005
M 4.4 ± 0.6 43.3 ± 9.0 3.3 ± 0.9 0.770 ± 0.003

300 NM 0 91.8 ± 36 1.9 ± 0.6 0.725 ± 0.005
M 4.8 ± 0.6 90.6 ± 18 1.9 ± 0.3 0.750 ± 0.014

10,000 60 NM 0 61.4 ± 9.4 3.2 ± 0.9 0.763 ± 0.008
M 5.7 ± 0.7 43.9 ± 14 3.7 ± 0.9 0.761 ± 0.002

300 NM 0 122 ± 19 0.5 ± 0.2 0.514 ± 0.054
M 7.8 ± 1.0 136 ± 36 0.8 ± 0.6 0.580 ± 0.111

a NM, Non-mycorrhizal plantlets; M, mycorrhizal plantlets. Means ± SE

Fig.6. Effect of the presence (closed symbols) or absence (open symbols) of Glomus in-
traradices and of different levels of CO2 and photosynthetic photon flux (PPF) on the
quantum yield of photosystem II electron transport (∆F/Fm′; circles) and photochemical
quenching (qn; triangles) of in vitro potato plantlets. (Adapted from Louche-Tessandier
et al. 1999)
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AM colonization rates. In general, plantlets submitted to high light and
CO2 showed symptoms of photoinhibition (estimated by the chlorophyll
fluorescence ratio Fv/Fm) caused by insufficient sink activity. The negative
effectsofhigh light andCO2 were lower in the leavesofmycorrhizalplantlets
than in those from non-mycorrhizal plantlets grown under the same condi-
tions. The presence of mycorrhiza also protected the photosynthetic system
from over-reduction and photoinhibition problems, showed by a smaller
decrease in the effective photochemical yield of photosystem II electron
transport (estimated by the parameter Fv/Fm′; Genty et al. 1989; Fig. 6).
These results demonstrated not only that the CO2 concentration during the
tripartite culture affected the degree of mycorrhizal colonization in in vitro
potato roots, but also that the mycorrhiza affected the physiology of the
potato plantlets. On a practical side, the authors concluded that high CO2

should be maintained at least in the first week of the tri-culture in order to
stimulate mycorrhizal colonization, and that light levels should be adjusted
so that the source capacity matches the sink strength of the plantlets.

5
Conclusions

In this chapter, we have highlighted some examples of the useful application
of the monoxenic culture system and its extension, the tripartite culture
system, to study the effects of mycorrhization on micropropagated plantlet
physiology under controlled in vitro conditions. This system alleviates
some of the problems encountered in sampling roots for in vivo studies
and, particularly, under conditions of water stress. This simplified in vitro
model constitutes a versatile approach allowing the study of metabolites
involved in the symbiosis or induced by mycorrhizal plants under different
types of stress. The tripartite culture system could also be interesting for
the study of molecular and genetic interactions involved in the mycorrhizal
symbiosis, since it allows theanalysis of the responseofbothpartnersunder
sterile conditions.
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11 Uptake, Assimilation and Translocation
of Mineral Elements
in Monoxenic Cultivation Systems
Gervais Rufyikiri1, Nathalie Kruyts2, Stéphane Declerck3,
Yves Thiry1, Bruno Delvaux2, Hervé Dupré de Boulois4,
Erik Joner5

1
Introduction

While searching for optimal means to study the transport processes of nu-
trients and non-essential elements, diverse in vivo systems were developed
using bi-compartmental containers where extraradical mycelium (ERM) of
mycorrhizal fungi was separated from the plant roots. These systems gen-
erated some major results (reviewed in Smith and Read 1997), but suffered
several limitations such as (1) the presence of undesirable micro-organisms
which could influence element bioavailability or the transport processes;
(2) the difficulty to visualize the ERM dynamic development and the bi-
directional translocation processes in hyphae; (3) the difficulty to collect
ERM and to distinguish thin hyphae of arbuscular mycorrhizal (AM) fungi
from other fungi. As a consequence, some innovative approaches were
tried out, such as the system of Pearson and Tinker (1975), used by Cooper
and Tinker (1978) to study the transport of P, Zn and S by AM fungi.
This system was based on a bi-compartment Petri plate in which a myc-
orrhizal plant (Trifolium repens L.) was grown on sterilized soil, while the
ERM was allowed to cross the partition wall to develop in an agar medium
without roots. This ingenious system kept the plant and the AM fungus
(Glomus mosseae) under sterile conditions but, as the seedling developed,
a hole was made in the lid and the plant grew out from it, making the
system difficult to maintain free from other micro-organisms. This sys-
tem was improved by St Arnaud et al. (1996), by growing the AM fungus
in bi-compartmental Petri plates under monoxenic culture conditions on
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a synthetic medium. This major technical progress, which allowed the spa-
tial separation of mycorrhizal roots growing in a root compartment (RC)
and the ERM ramifying into a neighbour, root-free hyphal compartment
(HC), rapidly became a powerful system for studies of physiological and
element transport processes in AM symbioses.

In transport studies, the medium added in the HC containing, for ex-
ample, a labelled element, may be either liquid or solid, depending on
the experimental objective. On the one hand, a solid medium facilitates the
manipulation of the cultures and repeated measurements at specific sites to
monitor hyphal growth and observations of branching patterns are feasible
(Bago et al. 1998). Indicator dyes, which can reveal active sites of enrich-
ment/depletion of specific ions or molecules, may also be included (e.g.
for pH, see Bago et al. 1996). On the other hand, a liquid medium allows
the modification of the concentration of specific ions at any given time,
for example, when studying the effect of nutrient starvation (Joner et al.
2000). In addition, a liquid medium allows precise control of the elements
added, avoiding disturbance by ions commonly present in the gelling agent
of solid media. These elements may be problematic while working under
carrier-free conditions or may cause confounding effects with analogous
ions (e.g. K for Cs, see below). Finally, the recovery of AM fungal biomass
is easier in liquid medium, and prevents possible leakage of elements into
the medium during extraction from a gel.

In summary, themonoxenic culture systemoffers threemajoradvantages
for element transport studies:

1. The element in question may be provided at a highly precise con-
centration and will not interact with any matrix which reduces its
bioavailability, as it is the case in soil-based systems. This allows
bio-sorption and affinity studies at low concentrations.

2. The element may be supplied as defined species, so that any modi-
fication of its speciation would be due only to its interactions with
the AM fungus. The measurements of uptake from organic sources
or chemically precipitated forms are highly relevant in this context.

3. Specific uptake rates and flux rates may be determined with a high
precision, as labelled or unlabelled elements may be provided over
a short period of time, and hyphal length and cross-sections area of
living runner hyphae can be determined simultaneously.

Before continuing, a precise definition of element transport by AM fungi is
necessary to clearly identify the different processes behind this term. Here,
weadopt thedefinitionproposedbyCooper andTinker (1978) andbySmith
and Smith (1990), which comprises three distinct steps: (1) the uptake of
an element by the extraradical hyphae; (2) the translocation of the element
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from the site of uptake to the intraradical hyphae; (3) the transfer of the
element from the intraradical hyphae to the adjacent plant cell apoplasm.

In this chapter, we will present and discuss available data on monox-
enic studies involving the uptake and translocation of elements by AM
fungi. These elements include the nutrients P and N, and the non-essential
elements U and Cs.

2
Nutrient Uptake and Translocation by AM Fungi

2.1
Phosphorus

Phosphorus is a major plant nutrient with limited availability in soil, due to
its slowdiffusionand itspropensity tofixmoreor less irreversibly tovarious
components of the soil matrix. The function of roots in the uptake of this
element, and the mechanisms involved have been the subject of hundreds
of studies. Similarly, the role of mycorrhizal fungi in the acquisition of this
element by plants has been widely investigated and remains today a major
area of research on AM fungi.

Phoshorus transport in soil-filled compartmental systems began in 1973
(Hattingh et al. 1973), and saw an expansion in the 1990s. Transport stud-
ies in monoxenic cultures first started in the late 1990s. For instance, two
studies on the transport of P originating from organic sources brought
an end to the controversy of AM fungal capacity for exploiting organic P
sources (Joner et al. 2000; Koide and Kabir 2000). Thereafter, the hyphal
efficiency in P translocation has been determined in some studies. Nielsen
et al. (2002), using compartmented Petri plates and gelled medium con-
taining 50 kBq 32P and a concentration of 50 µM non-radioactive P, found
a maximum P flux rate corresponding to 2.9 × 10−3 mol m−2 s−1 based on
the cross-section area of active (confirmed by cytoplasmic streaming) run-
ner hyphae of G. intraradices. Translocation by G. intraradices during this
9-day transport study accounted for 96% of the P added to HC, whereas
a less efficient fungus, G. proliferum, had depleted the HC by only 58%
of the added 32P. In a similar system, but using a liquid medium con-
taining 0.4 kBq 33P at 50 µM P in the HC and the fungus G. intraradices,
Rufyikiri et al. (2004c) observed a translocation to the root compartment
(RC) corresponding to 70% of the initially supplied 33P. Here, activity in
hyphae located in the HC was also measured, and accounted for an addi-
tional 16% of the label. Resulting P flux rates in hyphae were estimated
on the basis of the hyphae cross-section area at the partition between the
two compartments (0.013 mm2, calculated for the average 137 crossing hy-
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phae). For the 14-day duration of the experiment, the average P flux rate
was 3.8 × 10−5 mol m−2 s−1. This value represents about 13% of the P flux
rate reported by Nielsen et al. (2002). It should be noted that in this later
experiment, 32P was observed in the RC already after 14 h for both fungi,
with an almost complete depletion of 32P in the HC after 60 h in the case
of G. intraradices. The maximum flux rate noted by Nielsen et al. (2002)
was based on flux during this most active period, and should thus not be
compared as such to the data of Rufyikiri et al. (2004c). Nielsen et al. (2002)
further elegantly demonstrated P transfer from fungal cells to root cells by
using two imaging techniques carried out on actively growing monoxenic
cultures at 24-h intervals. For a start, the cultures were photographed with
a digital camera and thereafter, they were placed in a digital scintillation
imager which registered the location and intensity of 32P irradiation over
6 h. When the two images were superimposed, the 32P activity could be
quantified at precise locations, i.e. in < 1-mm-long root segments. By com-
paring images recorded on consecutive days, growing root apexes were
observed to contain significant amounts of 32P. Since actively growing root
apexes were not mycorrhizal, the activity emanating from them could only
be contained within plant cells, thus following P transfer from the fungus
to the host.

2.2
Nitrogen

Nitrogen is perhaps the element which limits plant growth to the largest
extent in most terrestrial ecosystems, but N transport has still received
far less attention than P transport in the mycorrhizal literature (Hawkins
et al. 2000). One reason for this may be the high cost and cumbersome
analysis of the stable isotope 15N which is used as a tracer in such studies.
Nitrogen transport by AM fungi was first demonstrated in compartmented
pots by Ames et al. (1983), using 15N-labelled NH4. The mean N flux rate
through hyphae of G. mosseae over a 30-day labelling period was calculated
to be 7.4 × 10−8 mol cm−2 s−1, and accounted for 25% of the added 15N.
This value was quite similar to the P flux value of 3.8 × 10−8 mol cm−2 s−1

obtained with soil-based systems some years earlier (Sanders and Tinker
1973). The amount of N transported to the host plant was highly correlated
to the number of hyphae crossing into the labelling compartment, and to
the total hyphal length in the labelling compartment at harvest. In later ex-
periments, transportofNH4,NO3 andaminoacids (Hawkins et al. 2000)has
been demonstrated in different compartmented systems featuring whole
plants on solid substrates. In monoxenic cultures, uptake and translocation
have been demonstrated for the amino acids glycine and glutamate, with
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the highest uptake/translocation efficiency observed for glycine (Hawkins
et al. 2000). Further, it was shown that NO3 was a competing N source
which reduced N uptake from amino acids when present in similar con-
centrations. The use of a proton gradient uncoupler (carbonyl cyanide
m-chlorophenyl hydrazone) to distinguish between active and passive up-
take of amino acids into hyphae showed that uptake was only partially an
active process, and that as much as 50% of the absorbed 15N from glycine
and glutamate was entering the hyphae, in spite of the lack of a proton
gradient. This was also the case for the uptake of ammonium, whereas the
uptake of nitrate was mainly a passive process (Hawkins et al. 2000). In
their experiments on N uptake in monoxenic cultures, the comparison of
root uptake and hyphal uptake showed that roots were apparently far more
efficient in the absorption of both amino acids, but in these comparisons
no account was made for the fact that hyphal biomass, and particularly the
hyphal cross-section area available for translocation, was far lower than
for roots (Hawkins et al. 2000). Contrary to amino acids, for which both
hyphal uptake and translocation have been shown, only uptake has been
demonstrated for NH4 (Villegas et al. 1996) and NO3 (Bago et al. 1996).
These experiments were carried out by analysing remaining N in a hyphal
compartment, without any regard for whether N was adsorbed or absorbed
by hyphae, nor to which extent absorbed N was translocated towards roots.
The capacity of hyphae to extrude OH− to maintain electrochemical charge
when N was taken up as NO−

3 was clearly demonstrated (Bago et al. 1996),
and complements the previous finding of Li et al. (1991) that extraradical
hyphae can extrude H+ when NH+

4 is the dominant form of N taken up from
soil. It is known that uptake of NH4 and NO3 is to some extent followed by
incorporation of N into amino acids, as demonstrated in excised hyphae
(Johansen et al. 1996). But overall very little precise information is available
on the N transport processes (see Hawkins et al. 2000). There is thus a great
potential in describing N transport based on monoxenic cultures.

3
Non-Essential Element Uptake
and Translocation by AM Fungi

3.1
Uranium

Uranium is the most abundant of the naturally occurring actinides, the
others being actinium, thorium and protactinium. Its concentration in the
earth’s crust ranges from 1–4 mg kg−1 in sedimentary rocks, to tens or even
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hundreds mg kg−1 in phosphate-rich deposits (Langmuir 1997; Qureshi
et al. 2001) and in U ore deposits (Plant et al. 1999). Although there is no
known biological function of U, the accumulation of this element has been
reported in living organisms including plants (Ebbs et al. 1998; Huang et al.
1998; Shahandeh et al. 2001; Rufyikiri et al. 2004a), bacteria, algae, lichens
and fungi (Abdelouas et al. 1999; Suzuki and Banfield 1999). Among fungi,
recent studies, using monoxenic culture systems, demonstrated the ability
of AM fungi to take up U (Fig. 1; Rufyikiri et al. 2002, 2003, 2004c). This
uptake was influenced by the pH of the growth medium in the HC. Indeed,
Rufyikiri et al. (2002) demonstrated that U uptake by the ERM of the AM
fungus G. intraradices was two times higher at pH 5.5 than at pH 4 or
pH 8.

The pH of the bathing solution contained in the HC is a determinant
factor on the process of U uptake because of its simultaneous effects on
surface charges of the mycelium (Gadd 1990; Zhou 1999) and on U specia-
tion (Grenthe et al. 1992; Suzuki and Banfield 1999). Dominant U species in
the HC were predicted within the pH range 4.0–8.0 (Bethke 2001), and the
thermodynamic data of U (Grenthe et al. 1992). These dominant species
were identified as uranyl cation and uranyl-sulphate at pH 4.0, uranyl-
phosphate at pH 5.5, and anionic uranyl-carbonate at pH 8.0 (Rufyikiri
et al. 2002). Furthermore, living hyphae can induce pH changes due to
NH4

+ and NO−
3 uptake, thereby affecting U speciation. An increase in pH

of the growth medium was reported when the extraradical hyphae of G. in-
traradices developed in the presence of NO3 as source of N, either in the
absence (Bago et al. 1996) or in the presence of U (Rufyikiri et al. 2003),
while a decrease is to be expected in the presence of NH4 as source of N.

The relative extent of U uptake by ERM was compared to that of mycor-
rhizal and non-mycorrhizal roots (Rufyikiri et al. 2004c), and by comparing
the hyphal U uptake to that of P (Rufyikiri et al. 2003). It was observed that
the U concentrations for hyphae were 5.5 and 9.7 times higher than for
mycorrhizal roots and non-mycorrhizal roots respectively. The higher U
concentration in fungal mycelium than in roots could partially be explained
by differences in their respective cation exchange capacity (CEC), which
were reported to be four times higher for AM mycelium (187 cmolc kg−1 dry
weight) than for the carrot host roots (47 cmolc kg−1 dry weight; Rufyikiri
et al. 2003). At the same time, Cu-extractable U was 15 times higher for
AM fungal mycelia than for carrot roots. However, the contribution of the
CEC to the U accumulation appeared to be low, as the Cu-extractable U
represented only 6 and 15% of the total U contents in roots and mycelia
respectively. A large proportion, representing 47 and 67% of the U contents
of carrot roots and AM fungal mycelia respectively, could not be desorbed
after successive treatments with 0.01 M CuSO4, 0.01 M HCl and 0.1 M HCl.
This suggested that other mechanisms of accumulation in hyphae and
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Fig.1a, b. A bi-compartment monoxenic culture system allowing the spatial separation of
a central root compartment (RC) for the growth of mycorrhizal roots from a neighbouring
external hyphal compartment (HC) where extraradical mycelia and/or roots were allowed to
grow (a). The synthetic growth medium was solid in the RC, while the HC contained a liquid
growth medium lacking sucrose and vitamins. Numerous hyphae crossed the partition
between the RC and HC. Once in contact with the liquid growth medium, an abundant
branched mycelium developed, and thousands of spores were produced. Magnified view of
hyphae and spores in the HC b
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roots were involved, and the formation of stable complexes or precipitates
seemed to be the main mechanism of U accumulation in fungal hyphae
and roots.

Despite the relatively high capacity of hyphae to take up U, the total
fraction of U removed from the labelled medium by the hyphae was very
low compared to the capacity of the same hyphae to take up P (Rufyikiri
et al. 2004c).

The monoxenic culture system in bi-compartment Petri plates also al-
lowed to demonstrate that the ERM of AM fungi can translocate U towards
the host roots (Rufyikiri et al. 2002). These authors observed that the
amount of translocated U was higher at pH 4 than at pH 5.5 or pH 8. It was
suggested that soluble uranyl cations or uranyl-sulphate species which are
stable under acidic conditions were translocated to a higher extent by the
fungal hyphae, while phosphate and hydroxyl species, dominating under
acidic to near-neutral conditions or carbonate species dominating under
alkaline conditions, were rather immobilized by hyphal structures. The
efficiency of AM fungal hyphae to translocate U appeared higher than that
of carrot roots grown under the same experimental conditions (Rufyikiri
et al. 2003). Indeed, on the basis of the average diameter of hyphae (11 µm;
Nielsen et al. 2002) and roots (1000 µm), and the number of hyphae (147)
and roots (5) connecting the HC to the RC, the total section area of roots
at the crossing point was 281-fold higher than that calculated for hyphae,
while the amounts of U translocated were 9 times higher for hyphae than
for roots (Rufyikiri et al. 2004b).

In another experiment, the efficiencies of hyphae to translocate U and
P were compared (Rufyikiri et al. 2004c). To do so, the liquid medium in
the HC was labelled with both 233U (total concentration of 0.1 µM) and 33P
(in a concentration 50 µM of non-radioactive P). After 2 weeks of contact,
9.8 and 79% of U and 33P initially supplied were translocated to the RC
via hyphae respectively. High hyphal efficiency for P translocation was
reported in other studies. Cooper and Tinker (1978) compared the uptake
and translocation of 32P, 65Zn and 35S by the AM fungus G. mosseae with
Trifolium repens L. as host growing in bi-compartment Petri plates. They
found that the molar amounts of P, S and Zn translocated were in the ratio
35:5:1.

The addition of formaldehyde (2% v/v) to the solutions in the HC, 24 h
before U was supplied, killed the mycelia. These formaldehyde-killed AM
hyphae accumulated U but did not translocate it to roots developing in
the root compartment (Rufyikiri et al. 2002, 2003, 2004c). Thus, the U
translocation by the extraradical fungal hyphae was not a passive process.
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3.2
Caesium

Because of its long half-life (30.2 years), high mobility and chemical be-
haviour similar to that of potassium, 137Cs is one of the most threatening
radio-pollutants released in the environment by nuclear weapon testing
(1950s and 1960s) and nuclear accidents (e.g. Chernobyl, 1986; Avery 1996).
The chemical similarities between radiocaesium and potassium, the latter
being a major plant nutrient, imply an important risk of contamination of
the aboveground vegetation (Korobova et al. 1998), as root uptake mecha-
nisms appear to be closely related for these elements (White and Broadley
2000; Zhu and Smolders 2000). Furthermore, as rhizospheric processes in-
volving soil micro-organisms influence root uptake of radiocaesium (Gadd
1996), the obligate AM fungal symbionts could play a key role in plant
uptake of radiocaesium (Entry et al. 1996, 1999), even if their participation
in plant K nutrition appears to be controversial (Smith and Read 1997).
Indeed, if recent results show that K is taken up by extraradical hyphae and
could be translocated concurrently with P (Ezawa et al. 2002), transfer of
K is not yet demonstrated. Furthermore, Ryan et al. (2003) suggested that
the high concentrations of K in intraradical hyphae and arbuscule trunk
hyphae could play the role of balancing cation for the predominant P forms,
and could be involved in maintaining high hyphal turgor to help hyphae
invaginate the root cell plasma-membrane. Therefore, following uptake
and translocation, radiocaesium could be accumulated in AM intraradical
structures while implicated in these processes. The hypothesis of Berreck
and Haselwandler (2001) that AM fungi could sequester radiocaesium ra-
diocaesium could consequently find some support.

In order to decipher the role of AM fungi in the acquisition of radio-
caesium by plants, studies have been performed using various in vivo cul-
tivation systems with contaminated soils or nutrient solutions. However,
the results obtained have given rise to different conclusions. For instance,
Dighton and Terry (1996) observed an increased concentration of radio-
caesium in AM Festuca ovina, but a decrease in AM Trifolium repens.
Since plain pot experiments like these assess not only Cs transport but also
a whole range of mycorrhizal effects including confounding growth effects,
studies on hyphal transport in compartmented pots with soil were under-
taken by Joner et al. (2004). Here, different fungus/host plant combinations
were used together with double labelling with radiocaesium and either
32/33P or 65Zn to verify symbiotic transport activity. The results from three
independent experimentsunanimously showed thatCswasnot transported
to the host plants by the AM fungi G. mosseae and two different isolates of
G. intraradices, while all three fungi were highly active in nutrient trans-
port. However, the pot experimental conditions might not have been met
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to demonstrate whether AM fungi can actually transport Cs or sequester it.
Therefore a clear identification of the transport and sequestration of Cs by
AM fungi was required. Monoxenic cultures of AM fungi were considered
as the optimal mean to achieve this as K concentrations in the media can be
precisely determined and the bioavailability of Cs does not depend on the
presence of other micro-organisms or soil characteristics. The monoxenic
culture systems were similar to those described for P, N ans U transport
studies, but the MSR medium was slightly adapted to decrease the concen-
tration of K. Indeed, increasing the concentration of K in the soil solution
results in the rapid decrease in radiocaesium uptake by plants (Smolders
et al. 1996, 1997; Delvaux et al. 2001), and analogy of the effect of K concen-
tration was thus assumed for AM radiocaesium uptake. The concentration
of K in the RC was thus reduced to 0.18 mM, while the liquid MSR medium
in the HC was K-free. Declerck et al. (2003) demonstrated that the ERM of
G. lamellosum could take up and translocate radiocaesium towards their
host root. The uptake represented 1.5% of the initial radiocaesium supply,
and 55% of the radiocaesium taken up was translocated towards the roots
contained in the RC. However, it was suggested by the authors that the
translocation of radiocaesium might have been partially impaired by the
low number of hyphae crossing the partition wall between the RC and HC,
as the radiocaesium concentration of the ERM (Bq/cm of hyphae) in the HC
was much higher than that of the ERM in the RC. Consequently, a slightly
modified system was employed in a second study (Dupré de Boulois et al.,
2005, in press) in order to assess Cs uptake and translocation under con-
ditions of increased number of hyphae crossing the partition wall, and
higher fungal biomass in HC. These authors used pre-colonised, actively
growing mycorrhizal roots instead of roots which had to be inoculated
with AM fungal spores, and raised the level of the solid medium in the RC
to 2 mm above the partition wall, as described by Rufyikiri et al. (2003).
The length of hyphae in the RC and HC was increased four and six times
respectively compared to those of Declerck et al. (2003), and the number
of hyphae crossing the partition wall reached 39, which was comparable
to the study by Nielsen et al. (2002) on P transport. The uptake of radio-
caesium thus reached 5.2% of the initial radiocaesium supply. From this
uptake, 81% of the radiocaesium was translocated to the roots contained
in the RC. Accordingly, this study confirmed that AM fungi can translo-
cate radiocaesium towards their host root. Furthermore, statistical analysis
showed that the uptake of radiocaesium was positively correlated with the
length of hyphae contained in the HC, and that radiocaesium translocation
by AM fungal hyphae was correlated to the number of hyphae crossing the
partition wall. The rather low translocation of radiocaesium in the study
of Declerck et al. (2003), and the apparent high accumulation of radio-
caesium in the ERM of the HC could thus be explained by a bottleneck
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effect due to the low number of hyphae crossing the partition wall. Still,
a substantial sequestration of radiocaesium in the ERM may be possible, as
the radiocaesium content of the ERM of the HC was positively correlated
with the length of hyphae present in this compartment (Declerck et al.
2003).

In the study of Dupré de Boulois et al. (2005, in press), the relative
contribution of AM hyphae, mycorrhizal and non-mycorrhizal roots to
the uptake and translocation of radiocaesium was compared. The results
obtained showed that if mycorrhizal or non-mycorrhizal roots could take
up 33% of the initial radiocaesium supply, its translocation was similar to
that of the ERM alone. While 81% of the radiocaesium taken up by the
hyphae alone was translocated to the roots in the RC, only 19 and 16%
of the radiocaesium taken up by mycorrhizal and non-mycorrhizal roots
respectively were translocated towards the roots contained in the RC. The
authors thus concluded that AM fungal hyphae have a high radiocaesium
translocation capacity compared to roots. However, the low translocation
of radiocaesium within the roots could be linked to the lack of shoots in the
monoxenic system, which would act as a sink for radiocaesium. Another
aspect which might have reduced radiocaesium translocation in roots is
the proximity of actively growing root apexes. It has been observed that K
taken up by the first centimetres behind the root apexes is poorly translo-
cated, and rather allocated to these apexes (Richter and Marschner 1973).
Furthermore, the low K supply might have inhibited the KOR (potassium
outwards-rectifying) channels which are responsible for the efflux of ra-
diocaesium from the root cells. This inhibition was suggested to prevent
leakage of K from the root cells (Maathuis and Sanders 1997), and could
have consequently decreased radiocaesium loading into the xylem.

Finally, Dupré de Boulois et al. (2005, in press) observed a positive
correlation between the radiocaesium content of the mycorrhizal roots in
contact with radiocaesium and the frequency of root length colonization
in the labelled compartment, and a negative correlation for the roots in
the RC. On the basis of these results, they suggested that AM intraradical
fungal structures might reduce translocation of radiocaesium within the
roots.

4
Conclusion

This chapter has synthesized available information on monoxenic stud-
ies of element uptake and translocation by AM fungi. Compartmented
monoxenic culture systems using root organs were shown to be useful in
studies involving essential elements such as P and N, and non-essential
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ones such as the radionuclides U and Cs. Results published showed that
AM fungi are able to take up and translocate these elements. However, the
relative extent of these processes depends on the nature of the element, and
on other factors such as the pH of the growth media. The transport and
sequestration of radionuclides by the extraradical mycelium can have an
ecological significance, as AM fungi are part of the rhizospheric biomass.
Mycorrhizal fungi can thus play a role in the interception of radionuclides
which may temporarily influence their migration in the soil profile and
their accumulation by growing plants.

The monoxenic culture system could also be used to characterize differ-
ent AM fungi with respect to transport efficiency, to study the capacity of
fungi to exploit certain forms of a nutrient (precipitated P, organic forms of
N or P), and to verify transport of elements for which the role of mycorrhiza
is less well or not yet documented.
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12 Interaction
of Arbuscular Mycorrhizal Fungi
with Soil-Borne Pathogens
and Non-Pathogenic
Rhizosphere Micro-Organisms
Marc St Arnaud1, Annemie Elsen2

1
Introduction

The rhizosphere is a site of complex interactions between plants and micro-
organisms, where environmental factors such as soil physico-chemical pa-
rameters as well as fertilization or cultivation practices may have large
effects on microbial and microfauna communities. Interactions between
arbuscular mycorrhizal (AM) fungi and other rhizosphere microbes have
numerous impacts on the host plant. Among these, the alleviation of root
diseases and the facilitated access to nutrients through synergistic interac-
tions with N-fixing and P-solubilizing soil microbes are currently of high
interest in sustainable agriculture and for the development of better man-
agement practice strategies. It is likely that complex species associations
play key roles in the stability of natural ecosystems, and contribute to both
plant (van der Heijden et al. 1998) and AM fungal diversity (Johnson et al.
2004). Different soluble molecules, mucilage and gas are lost by roots as
exudates, lysatesordeadcells.Rhizospheredepositions inparticular arede-
terminant in structuring and maintaining microbial populations (Grayston
et al. 1997; Knee et al. 2001), yet the concentration of active molecules could
be extremely low, if taken back by roots or by rhizosphere microbes. While
studies have generally focused on bacteria or fungi, many animals also live
in the soil and interact with these organisms (Klironomos et al. 1999; Ma-
raun et al. 2003; Schreiner and Bethlenfalvay 2003; Wamberg et al. 2003a, b),
but have received far less attention. Multitrophic studies involving more
than two microbial organisms are also scarce in the mycorrhiza literature,
especially as related to interaction mechanisms.
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The AM in vitro systems, referred to as axenic, monoxenic or dixenic,
are powerful tools to scrutinize and highlight the fundamental effects of
this ubiquitous symbiosis on rhizosphere microbes, and to characterize
the mechanisms regulating the plant–microbe as well as microbe–microbe
interactions. This rather simplified microcosm has important advantages
over soil systems. It is by far easier to precisely place the interacting or-
ganisms, monitor changes and sample accordingly, also permitting non-
destructive in situ observations of the interactions (St-Arnaud et al. 1995,
1996; Elsen et al. 2001; Pfeffer et al. 2001; Bago et al. 2002; Elsen et al. 2003).
Each factor can be adjusted and closely controlled, an attractive way to test
hypotheses. Even more important, the use of AM in vitro systems is the
most effective way to achieve monoxenic or dixenic experimental condi-
tions with AM fungi, as well as to resolve the problem of appropriate AM
fungal controls, since it is now accepted that non-axenically produced AM
inocula frequently harbour an associated and often unnoticed microflora
(Ruiz-Lozano and Bonfante 2000; Xaviera and Germida 2003). Close asso-
ciations of specific bacteria with the AM mycelium were often described
(Bianciotto et al. 1996b; Bianciotto et al. 2000; Gryndler et al. 2000; Minerdi
et al. 2002; Artursson and Jansson 2003; Levy et al. 2003). From this perspec-
tive, AM in vitro systems allow the isolation of the organisms under study
from other biotic and abiotic effects present in most, if not all, other exper-
imental systems. Of course, the observations gained from such simplified
microcosms should always be confirmed in soil mycorrhizosphere systems
in order to avoid studying in vitro artefacts. While the understanding of
the complex relations between AM fungi, other components of the soil mi-
crobial biomass and plants is a prerequisite for sustainable development,
the AM in vitro systems are key tools to unravel complex and multitrophic
interactions between soil inhabitants.

2
Interaction Between AM Fungi and Soil Bacteria

When the first in vitro growth of AM fungi was achieved more than 40 years
ago (Mosse 1962), it was reported that a Pseudomonas isolate was essential
for AM root colonization and growth of the AM fungus under aseptic con-
ditions. Various types of growing medium filtrates showed a similar effect.
Later, many other soil bacteria were shown to promote AM fungi spore ger-
mination and hyphal growth, either with or without direct contact between
the organisms (Table 1). For example, unidentified bacteria isolated from
soil, as well as spore-associated bacteria including Corynebacterium sp. and
Pseudomonas sp. enhanced Glomus mosseae and G. versiforme spore ger-
mination, hyphal growth and sporulation in vitro (Mayo et al. 1986; Azcón
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Table 1. Interaction between AM fungi and bacteria in vitro

Bacteria speciesa AMF speciesa Interaction Reference
type

Azospirillum brasilense Glomus intraradices Neutral Hildebrandt et al.
(2002)

Bacillus chitinosporus; G. clarum Positive, Xavier and Germida
B. pabuli and other neutral or (2003)
spore-associated negative
bacteria
Clavibacter G. intraradices Neutral Filion et al. (1999)
michiganensis ssp.
michiganensis
Corynebacterium sp. G. versiforme Positive Mayo et al. (1986)
Escherichia coli G. intraradices Neutral Hildebrandt et al.

(2002)
Paenibacillus validus G. intraradices Positive Hildebrandt et al.

(2002)
Pseudomonas sp. Endogone sp. Positive Mosse (1962)
Pseudomonas sp. G. versiforme Positive Mayo et al. (1986)
P. aeruginosa G. intraradices Positive Villegas and Fortin

(2001, 2002)
P. chlororaphis G. intraradices Positive Filion et al. (1999)
P. fluorescens Gigaspora margarita Positive Bianciotto et al.

(1996b)
P. putida G. intraradices Positive or Villegas and Fortin

neutral (2001, 2002)
Rhizobium Gi. margarita Positive Bianciotto et al.
leguminosarum (1996b)
Serratia plymutica G. intraradices Neutral Villegas and Fortin

(2001, 2002)
Streptomyces G. mosseae Positive Tylka et al. (1991)
avermitilis
S. avermitilis Scutellospora Negative Tylka et al. (1991)

heterogama
S. griseus G. mosseae Positive Tylka et al. (1991)
S. orientalis Gi. margarita Positive Mugnier and Mosse

(1987); Tylka et al. (1991)
S. orientalis G. mosseae Positive Tylka et al. (1991)
S. orientalis S. heterogama Negative or Tylka et al. (1991)

positive
Spore-associated G. versiforme Positive Mayo et al. (1986)
bacteria
Unidentified soil G. mosseae Positive Azcón (1987, 1989)
bacteria

a Species names are those used in the cited references
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1987, 1989). Streptomyces avermitilis, S. griseus and S. orientalis were also
shown to increase spore germination of Gigaspora margarita or G. mosseae
(Mugnier and Mosse 1987; Tylka et al. 1991). Azcón (1987) further reported
that cell-free fractions from rhizosphere bacteria cultures have the same
stimulatory effect as living bacteria. These results were used to support the
involvement of volatile or diffusible factors excreted by bacteria (Azcón-
Aguilar et al. 1986; Azcón 1989). On the other hand, S. avermitilis and
S. orientalis were shown to suppress Scutellospora heterogama spore ger-
mination when grown in the same growth compartment, but to increase
germination in different compartments (Tylka et al. 1991). In this case, the
inhibitory effect was attributed to a pH increase in the growth medium,
caused by bacterial growth, while the stimulatory effect in a different com-
partment was postulated to result from a volatile, but without further direct
evidences.

Some bacteria were shown to live in close association with AM fungi, and
even as obligatory intracellular endophytes of Gigaspora margarita spores
(Bianciotto et al. 1996a). Other species, such as Pseudomonas fluorescens
and Rhizobium leguminosarum, adhere to and colonize the surface of ger-
minating spores and growing hyphae (Bianciotto et al. 1996b). While these
results support the observation that interactions between AM fungi and
rhizosphere bacteria may be mediated by either soluble factors or physical
contact, these authors hypothesized that AM fungi may be a vehicle for
the colonization of plant roots by soil rhizobacteria. Recently, Hildebrandt
et al. (2002) have reported that Paenibacillus validus frequently develops on
surface-sterilized sporesof Glomus intraradices. Thebacteria supported the
growth of the fungus on the agar Petri plates, and induced hyphal branch-
ing, development of coiled structures and production of new spores. Under
the same conditions, Escherichia coli and Azospirillum brasilense did not
display any similar effect. Among various bacteria isolated from spores
of Glomus clarum, Xavier and Germida (2003) found that most bacteria
did not alter AM fungus spore function, while some bacteria inhibited
or stimulated spore germination. Moreover, they reported that stimula-
tion of spore germination occurred only when bacteria were in contact
with spores, and inhibition of spore germination was the result of volatile
bacterial metabolites.

Using the split-plate approach (following St-Arnaud et al. 1995, 1996)
to grow G. intraradices extraradical mycelia separated from the colonized
roots, Filion et al. (1999) concentrated crude extracts from the growing
medium of the extraradical mycelial compartment, presumably containing
soluble biologically active substances, and tested these against various soil
bacteria and fungi. Growth of Pseudomonas chlororaphis was stimulated
while Clavibacter michiganensis was unaffected. Two fungal species were
also differentially affected (see below). The measured effects were generally
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in direct correlation with extract concentrations. In this case, volatiles were
not involved, since the extracts were previously lyophilized before dilution
to the desired concentration. Differences in pH were noted between the
extracts from the AM fungus mycelium colonized media and the non-
AM control. However, no significant pH influence was noted on bacterial
growth, which strongly suggested that non-volatile substances, released by
the AM fungus in the growth medium, were the main factor explaining
differential growth of the micro-organisms tested.

The AM in vitro systems were also helpful to study the capacity of the
extraradical mycelium of AM fungi to interact with soil bacteria to take
up insoluble forms of phosphate. Using the two-compartment Petri plate
approach with NH+

4 or NO−
3 as N sources, both G. intraradices colonized

transformed carrot roots or AM fungus extraradical mycelium alone sig-
nificantly altered the pH of the growth medium, but the magnitude and
direction of this change were dependent on the N source available. While in
the presence of NH+

4 the pH was reduced from 5.5 to around 4.5, when NO−
3

was used, pH was increased from 5.5 to 8.0 after 13 weeks of growth. How-
ever, these pH changes were not sufficient to solubilize Ca-P in the presence
of the AM fungus alone. On the other hand, species-specific interactions
were obtained when G. intraradices was grown along with Pseudomonas
aeruginosa, P. putida or Serratia plymutica. While the inherent ability of
the fungus and the bacteria to solubilize a recalcitrant form of Ca-P was
low, P. aeruginosa and P. putida interacting with the extraradical mycelium
markedly increased P availability in the growth medium, and this increase
was dependent on the N source (Villegas and Fortin 2001, 2002).

3
Interaction Between AM Fungi and Other Fungi

To the best of our knowledge, no data reported interactions between AM
fungi and other fungal species in monoxenic cultures before the 1990s,
when different research groups undertook to study the effect of various
soil fungi on AM fungi spore germination in vitro, and vice versa (Ta-
ble 2). Calvet et al. (1992) examined the effect of six fungal species isolated
from various organic substrates on G. mosseae spore germination and hy-
phal growth. They observed that G. mosseae development was stimulated
by two isolates of Trichoderma aureoviride and one T. harzianum, while
isolates of Aspergillus fumigatus and Penicillium decumbens inhibited AM
fungus germination. McAllister et al. (1994, 1995, 1996) reported similar
species-specific interactions. They analysed the effect of several soil fungi
on G. mosseae spore germination and growth, as well as the effect of the
AM fungus germinating spores on saprobe development. Aspergillus niger



222 M. St Arnaud and A. Elsen

Table 2. Interaction between AM fungi and other fungi species in vitro

Fungus speciesa AMF speciesa Interaction type Reference

Alternaria alternata G. mosseae Negative, McAllister et al. (1996)
neutral or positive

Aspergillus fumigatus G. mosseae Negative Calvet et al. (1992)
A. niger G. mosseae Negative McAllister et al. (1995)
Bipolaris sorokiniana Gi. margaritab Neutral Chabot (1991)
Fusarium equiseti G. mosseae Negative, McAllister et al. (1996)

neutral or positive
F. oxysporum f. sp. G. intraradices Negative Benhamou et al. (1994);
chrysanthemi Filion et al. (1999)
F. o. chrysanthemi G. intraradices Positive St-Arnaud et al. (1995)

or negative
F. solani Gi. margaritab Neutral Chabot (1991)
F. solani G. mosseae Neutral McAllister et al. (1994)

or positive
Gaeumannomyces graminis Gi. margaritab Neutral Chabot (1991)
Gliocladium roseum G. mosseae Neutral Fracchia et al. (1998)
Ophiostoma ulmi Gi. margaritab Neutral Chabot (1991)
Paedilomyces farinosus G. mosseae Positive Fracchia et al. (1998)

or neutral
Penicillium decumbens G. mosseae Negative Calvet et al. (1992)
Phytophthora sp. Gi. margaritab Neutral Chabot (1991)
P. nicotianae G. intraradices Negative Lioussanne et al. (2003)
Pythium ultimum Gi. margaritab Neutral Chabot (1991)
Pyrenochaeta terrestris
Rhizoctonia solani
Rhodotorula G. mosseae Positive Fracchia et al. (2003)
mucilaginosa Gi. rosea
Sclerotinia sclerotiorum Gi. margaritab Neutral Chabot (1991)
Thielaviopsis basicola
Trichoderma aureoviride G. mosseae Positive Calvet et al. (1992)
T. harzianum G. intraradices Positive Filion et al. (1999)
T. harzianum G. mosseae Positive Calvet et al. (1992)
T. harzianum G. mosseae Neutral Fracchia et al. (1998)
T. harzianum G. intraradices Negative Rousseau et al. (1996)
T. koningii G. mosseae Negative McAllister et al. (1994, 1996)

or neutral
T. pseudokoningii G. mosseae Neutral Fracchia et al. (1998)
Verticillium albo-atrum Gi. margaritab Neutral Chabot (1991)
V. dahliae
Wardomyces inflatus G. mosseae Negative Fracchia et al. (1998)
Unidentified soil fungi G. mosseae Positive Azcón-Aguilar et al. (1986)

a Species names are those used in the cited references
b This isolate is now recognized as G. rosea (Bago et al. 1998)

induced a significant decrease in spore germination and length of germi-
nating hyphae of G. mosseae, while the AM fungus germinated spores did
not affect the growth of the saprophytic fungus on water–agar. Similarly,
Trichoderma koningii inhibited the germination of G. mosseae but did not
reduce its mycelial development. Alternaria alternata and Fusarium equi-
seti also inhibited AM fungal spore germination but had no effect on, or
even induced a marked stimulation of the AM fungus hyphal growth, while
G. mosseae had no effect on A. alternata, F. equiseti and T. koningii hy-
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phal growth. Fracchia et al. (1998) isolated various fungi from sporocarps
of G. mosseae. The recovered fungal species were Gliocladium roseum,
Paecilomyces farinosus, Trichoderma pseudokoningii, T. harzianum, War-
domyces inflatus and an unidentified, dark sterile mycelium. After inocula-
tionwithG.mosseae sporesonwater–agar,W. inflatusdecreased thepercent
germination of the AM fungus spores, while G. roseum, T. pseudokoningii
and T. harzianum had no effect. W. inflatus also significantly decreased
germinating hyphal length, but not the other species tested. By contrast,
P. farinosus and the dark sterile mycelium isolate were shown to increase
G. mosseae spore germination. More recently, Fracchia et al. (2003) have ex-
amined the effect of the soil yeast Rhodotorula mucilaginosa on G. mosseae
and Gi. Rosea mycelium growth. Hyphal length of G. mosseae and Gi. rosea
spores increased significantly in the presence of the yeast culture. As for
bacteria, the role of soluble and volatile compounds on these interactions
was often suggested (Calvet et al. 1992; McAllister et al. 1994, 1996). Here
again, Fracchia et al. (2003) clearly showed that the exudates of R. mucilagi-
nosa alone, as well as yeast cells, stimulated the hyphal growth of G. mosseae
and Gi. rosea spores. Moreover, an increase in hyphal length of G. mosseae
coincided with an increase in R. mucilaginosa exudates. It appears, there-
fore, that there is a differential effect of rhizosphere micro-organisms on
AM fungi, which might be induced by microbial metabolite production. In
these studies, however, the AM fungi were always represented by germi-
nating spores (i.e. at a pre-symbiotic stage and with a minimal biomass),
which may underestimate the potential impact of a functional AM fungal
mycelial network on other fungi growth dynamics in soil.

To the best of our knowledge, Chabot (1991) was the first to use a well-
developed AM fungal mycelium grown on transformed roots in vitro fol-
lowing Bécard and Fortin (1988), to test the effect of a mycorrhizal root
system on fungal isolates under dixenic conditions. She used gel plugs
containing exudates from a well-colonized root-organ culture of D. carota
inoculated with Gi. rosea (formerly identified as Gi. margarita in her work)
or from equivalent uninoculated control roots, to test for antibiosis-like
effects on 25 isolates from 12 different fungal plant pathogenic species (the
species list is detailed in Table 2). No growth inhibition or abnormal hyphal
development was observed with any of the tested fungi. However, while the
gel plugs contained exudates of a functional extraradical mycelium and of
the AM root system, they also contained sucrose, which may have masked
any inhibitory effect. Benhamou et al. (1994) also successfully used this in
vitro system to study the effect of mycorrhizal colonization on plant disease
processes induced by a fungal pathogen. A strong stimulation of disease
resistance was shown in mycorrhizal carrot roots when challenged with an
isolate of Fusarium oxysporum f. sp. chrysanthemi. Growth of this pathogen
was restricted to the root epidermis and outer cortex. By contrast, exten-
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sive growth within the root and degradation of plant cells were observed
in non-AM control roots. However, in this study, the carrot roots and AM
fungus were bathing in the sugar-containing medium required to sustain
root growth. As the fungal pathogen used was normally not pathogenic on
carrot under soil conditions, it remains possible that the high level of sugar
had enhanced its aggressiveness under these conditions. While the results
have clearly shown the potential capacity of AM colonization to enhance
host disease responses, they also illustrate the requirement to design an
experimental system free of sugar.

With this objective, St-Arnaud et al. (1995) modified the Bécard and
Fortin (1988) system to study the direct interaction between G. intraradices
and soil micro-organisms under monoxenic conditions. The aim was to
separate the functional extraradical mycelium network from the root com-
partment containing sugars and root exudates. This approach was used
to study the impact of the functional AM extraradical network on the
conidial germination, hyphal growth and sporulation of the root pathogen
F. oxysporum f. sp. chrysanthemi. In the absence of root exudates, spore
germination of the pathogenic fungus was strongly enhanced after 5 h of
incubation with the active and symbiotic G. intraradices mycelium. Hyphal
growth of the pathogen was also significantly, albeit slightly enhanced,
whereas significant negative correlations were found between new conidia
formation and the densities of both AM fungal hyphae or AM fungus spore
in the gel. While the results suggested that AM fungal exudates might be
involved, the experimental design did not permit to rule out the possibility
of a pH change in the medium, or of a CO2 buildup in the agar Petri plates
induced by fungal growth.

To test these hypotheses, using the same experimental approach, Fil-
ion et al. (1999) concentrated crude extracts from the extraradical mycelial
compartment,presumablycontainingsolublebiologicallyactive substances,
and tested these on various soil microbes. As the exudates were first
lyophilized before dilution to the expected concentrations, volatiles were
excluded and only soluble substances released by the extraradical mycelium
of G. intraradices were considered. Under these conditions, as for bacteria
(see above), species-specific responses occurred, with conidial germina-
tion of F. oxysporum f. sp. chrysanthemi being decreased and T. harzianum
germination being enhanced. Differences in pH were noted between ex-
tracts from AM and non-AM samples, but no significant influence of pH
on growth or conidial germination was measured within the experimental
pH range. These results therefore supported the hypothesis that substances
released by the AM fungus in the growth medium induced the differen-
tial growth responses of the organisms tested. Recently, the tomato–AM
fungus–Phytophthora nicotianae association was chosen as a model for
the purification of bioactive fractions of the root and mycelium exudates.
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The study aimed at characterization of the molecules secreted by the my-
corrhiza which potentially provoke shifts in microbe populations. It was
found that the attraction of zoospores by exudates from mycorrhizal roots
is significantly different from that of non-colonized roots (Lioussanne et al.
2003).

Rousseau et al. (1996) investigated the effect of a T. harzianum isolate on
a functional mycelium of G. intraradices growing on pea roots in vitro. In
this study, however, both the root and root-free compartmentsused to sepa-
rate the fungi from the roots contained sugar. Under these conditions, TEM
observations and gold labelling of cell wall constituents showed a marked
antagonism of T. harzianum on G. intraradices spores and hyphae. The my-
coparasite proliferated on the spore surface, penetrated the cell wall, and
massively colonized the AM fungal hyphae, inducing disorganization, loss
of protoplasm, hyphal bursting, and finally death of the G. intraradices hy-
phae.This study showed that the extraradical phaseofAMfungimayalsobe
adversely affected by certain biocontrol micro-organisms, and highlights
the necessity to consider this phenomenon when developing biocontrol
strategies. However, positive (Datnoff et al. 1995) and neutral (Fracchia
et al. 1998) as well as negative (McGovern et al. 1992) interactions be-
tween Trichoderma species and AM fungal root colonization or biocontrol
potential have been reported in soil systems. Therefore, the strong antag-
onistic interaction described in vitro might not entirely reflect the in vivo
situation, and could have been emphasized by the aggressiveness of the
biocontrol strain selected or by the in vitro growth conditions. This again
highlights the complexity of microbial interactions within the rhizosphere
community, and emphasizes the need for additional research.

4
Interaction Between AM Fungi and Nematodes

Until the work by Elsen et al. (2001), no study had reported the interaction
between AM fungi and nematodes in AM in vitro systems (cf. Table 3).
However, the in vitro hatching activity of the cyst nematode Globodera

Table 3. Interaction between AM fungi and nematodes in vitro

Nematode speciesa AMF speciesa Interaction type Reference

Globodera pallida Glomus sp. Positive Ryan et al. (2000)
Radopholus similis G. intraradices Negative Elsen et al. (2001)
Pratylenchus coffeae G. intraradices Negative Elsen et al. (2003)

aSpecies names are those used in the cited references
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pallida has been studied using filter-sterilized root leachates from in vivo
potato plants (Ryan et al. 2000). In the presence of root leachates from myc-
orrhizal potato plants, hatching activity was significantly higher compared
to hatching in the presence of root leachates from non-mycorrhizal plants.
These first results indicated that mycorrhizal inoculation of potato plants
could stimulate hatching chemicals.

Recently, non-compartmentalized AM dixenic cultures have been used
to study the interaction between AM fungi and nematodes (Elsen et al. 2001,
2003). Ri T-DNA transformed carrot roots colonized with G. intraradices
were infected with the burrowing nematode Radopholus similis (Elsen et al.
2001). Although the two organisms were able to complete their life cycle
in dixenic culture, the nematode population density was reduced by 50%
relative to that in non-mycorrhizal controls. However, the results were not
significant for all developmental stages of the nematode, and the reduced
population density was not correlated with AM fungal root colonization,
or with mycelial or spore densities. The same non-compartmentalized AM
dixenic cultures were used to study the interaction between G. intraradices
and the lesion nematode Pratylenchus coffeae (Elsen et al. 2003). In the
presence of the AM fungus, the P. coffeae population was reduced to the
same extent as in the experiment with R. similis. The impact of the AM
fungus on the nematode population density was more pronounced in the
roots than in themedium.Thenematodes, on theotherhand,hadno impact
(at least in terms of visual observations) on the intra-root and extraradical
development of the AM fungus under dixenic culture conditions.

While the mechanisms involved in the nematode population reduction
were not elucidated, these studies support the potential of the AM dixenic
culture system for isolating the factors involved in the interaction between
nematodes and AM fungi.

5
Conclusion

The increased ratio of microbes in bulk soil as compared to rhizosphere
in AM plants (Posta et al. 1994; Ravnskov et al. 1999) suggests that carbon
of plant origin is brought into soil by AM hypha (Johnson et al. 2002).
The difference in physiological activity and exudation of AM host roots
might also be involved in mycorrhizosphere microbial population shifts
(Olsson et al. 1996; Andrade et al. 1997; Ronn et al. 2002). Recently, AM
colonized plants were shown to regulate further AM root colonization
through altered root exudation (Pinior et al. 1999; Vierheilig et al. 2000) and
systemic signalling (Ludwig-Muller et al. 2002; Herrera-Medina et al. 2003),
suggesting that symbiosis regulation might also impact other soil microbes.
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To efficiently use the AM in vitro culture systems to model the interaction
between the AM symbiosis and its environment, it is therefore urgent to
thoroughly characterize and assess the variability in growth, nutritional
kinetics and physiology of the model organisms. Until recently, most in
vitro experiments characterizing mycorrhizas were done with only one
transformed root line and very few plant species, including the carrot hairy
root line established by Bécard and Fortin (1988), the tomato (Simoneau
et al. 1994; Khaliq and Bagyaraj 2000), strawberry (Nuutila et al. 1995)
and, more recently, Medicago truncatula (Boisson-Dernier et al. 2001). The
nitrogen metabolism was recently analysed in mycorrhizal transformed
roots. This study showed a significant alteration in N key enzyme activities,
N transfer and assimilation between the symbiotic partners, and different
GS isoforms in roots and AM mycelium (Toussaint et al. 2004). Labour
et al. (2003) also compared several hairy root lines and showed that growth,
nutrient uptake rates and mycorrhizal receptiveness of the lines were highly
variable. Such results point to the role of intracellular storage and use
efficiency inregulatingsymbiosis, aswell as to the importanceofcontrolling
these parameters in a model system.

References

Andrade G, Mihara KL, Linderman RG, Bethlenfalvay GJ (1997) Bacteria from rhizosphere
and hyphosphere soils of different arbuscular-mycorrhizal fungi. Plant Soil 192:71–79

Artursson V, Jansson JK (2003) Use of bromodeoxyuridine immunocapture to identify
active bacteria associated with arbuscular mycorrhizal hyphae. Appl Environ Microbiol
69:6208–6215

Azcón R (1987) Germination and hyphal growth of Glomus mosseae in vitro: effects of
rhizosphere bacteria and cell-free culture media. Soil Biol Biochem 19:417–419

Azcón R (1989) Selective interaction between free-living rhizosphere bacteria and vesicular-
arbuscular mycorrhizal fungi. Soil Biol Biochem 21:639–644

Azcón-Aguilar C, Diaz-Rodriguez R, Barea JM (1986) Effects of soil microorganisms on
spore germination and growth of the vesicular-arbuscular mycorrhizal fungus Glomus
mosseae. Trans Br Mycol Soc 86:337–340

Bago B, Azcón-Aguilar C, Goulet A, Piché Y (1998) Branched absorbing structures (BAS):
a feature of the extraradical mycelium of symbiotic arbuscular mycorrhizal fungi. New
Phytol 139:375–388

Bago B, Zipfel W, Williams RM, Jun J, Arreola R, Lammers PJ, Pfeffer PE, Shachar-Hill Y
(2002)Translocationandutilizationof fungal storage lipid in the arbuscularmycorrhizal
symbiosis. Plant Physiol 128:108–124

Bécard G, Fortin JA (1988) Early events of vesicular-arbuscular mycorrhiza formation on
Ri T-DNA transformed roots. New Phytol 108:211–218

Benhamou N, Fortin JA, Hamel C, St-Arnaud M, Shatilla A (1994) Resistance responses of
mycorrhizal Ri T-DNA-transformed carrot roots to infection by Fusarium oxysporum f.
sp. chrysanthemi. Phytopathology 84:958–968



228 M. St Arnaud and A. Elsen

Bianciotto V, Bandi C, Minerdi D, Sironi M, Tichy HV, Bonfante P (1996a) An obligately
endosymbiotic mycorrhizal fungus itself harbors obligately intracellular bacteria. Appl
Environ Microbiol 62:3005–3010

Bianciotto V, Minerdi D, Perotto S, Bonfante P (1996b) Cellular interactions between arbus-
cular mycorrhizal fungi and rhizosphere bacteria. Protoplasma 193:123–131

Bianciotto V, Lumini E, Lanfranco L, Minerdi D, Bonfante P, Perotto S (2000) Detection and
identification of bacterial endosymbionts in arbuscular mycorrhizal fungi belonging to
the family Gigasporaceae. Appl Environ Microbiol 66:4503–4509

Boisson-DernierA,ChabaudM,GarciaF,BécardG,RosenbergC,BarkerDG(2001)Agrobac-
terium rhizogenes-transformed roots of Medicago truncatula for the study of nitrogen-
fixing and endomycorrhizal symbiotic associations. Mol Plant Microb Interact 14:695–
700

Calvet C, Barea JM, Pera J (1992) In vitro interactions between the vesicular-arbuscular
mycorrhizal fungus Glomus mosseae and some saprophytic fungi isolated from organic
substrates. Soil Biol Biochem 24:775–780

Chabot S (1991) Utilisation d’un système de culture monoxénique, comme modèle pour
l’étude des endomycorhizes à vésicules et arbuscules. Thèse MSc, Université Laval,
Québec

Datnoff LE, Nemec S, Pernezny K (1995) Biological control of Fusarium crown and root
rot of tomato in Florida using Trichoderma harzianum and Glomus intraradices. Biol
Control 5:427–431

Elsen A, Declerck S, De Waele D (2001) Effects of Glomus intraradices on the reproduction of
the burrowing nematode (Radopholus similis) in dixenic culture. Mycorrhiza 11:49–51

Elsen A, Declerck S, De Waele D (2003) Use of root organ cultures to investigate the inter-
action between Glomus intraradices and Pratylenchus coffeae. Appl Environ Microbiol
69:4308–4311

Filion M, St-Arnaud M, Fortin JA (1999) Direct interaction between the arbuscular myc-
orrhizal fungus Glomus intraradices and different rhizosphere microorganisms. New
Phytol 141:525–533

Fracchia S, Mujica MT, Garcia-Romera I, Garcia-Garrido JM, Martin J, Ocampo JA, Godeas A
(1998) Interactions between Glomus mosseae and arbuscular mycorrhizal sporocarp-
associated saprophytic fungi. Plant Soil 200:131–137

Fracchia S, Godeas A, Scervino JM, Sampedro I, Ocampo JA, Garcia-Romera I (2003) Inter-
action between the soil yeast Rhodotorula mucilaginosa and the arbuscular mycorrhizal
fungi Glomus mosseae and Gigaspora rosea. Soil Biol Biochem 35:701–707

Grayston SJ, Vaughan D, Jones D (1997) Rhizosphere carbon flow in trees, in comparison
with annual plants – the importance of root exudation and its impact on microbial
activity and nutrient availability. Appl Soil Ecol 5:29–56

Gryndler M, Hrselova H, Striteska D (2000) Effect of soil bacteria on hyphal growth of the
arbuscular mycorrhizal fungus Glomus claroideum. Folia Microbiol 45:545–551

Herrera-Medina MJ, Gagnon H, Piche Y, Ocampo JA, Garcia-Garrido JM, Vierheilig H
(2003) Root colonization by arbuscular mycorrhizal fungi is affected by the salicylic
acid content of the plant. Plant Sci 164:993–998

Hildebrandt U, Janetta K, Bothe H (2002) Towards growth of arbuscular mycorrhizal fungi
independent of a plant host. Appl Environ Microbiol 68:1919–1924

Johnson D, Leake JR, Read DJ (2002) Transfer of recent photosynthate into mycorrhizal
mycelium of an upland grassland: short-term respiratory losses and accumulation of
14C. Soil Biol Biochem 34:1521–1524

Johnson, D, Vandenkoornhuyse PJ, Leake JR, Gilbert L, Booth RE, Grime JP, Young JPW,
Read DJ (2004) Plant communities affect arbuscular mycorrhizal fungal diversity and
community composition in grassland microcosms. New Phytol 161:503–515



Interaction of Arbuscular Mycorrhizal Fungi 229

Khaliq A, Bagyaraj DJ (2000) Colonization of arbuscular mycorrhizal fungi on Ri T-DNA
transformed roots in synthetic medium. Indian J Exp Biol 38:1147–1151

Klironomos JN, Bednarczuk EM, Neville J (1999) Reproductive significance of feeding on
saprobic and arbuscular mycorrhizal fungi by the collembolan, Folsomia candida. Funct
Ecol 13:756–761

Knee EM, Gong FC, Gao MS, Teplitski M, Jones AR, Foxworthy A, Mort AJ, Bauer WD
(2001) Root mucilage from pea and its utilization by rhizosphere bacteria as a sole
carbon source. Mol Plant Microb Interact 14:775–784

Labour K, Jolicoeur M, St-Arnaud M (2003) Arbuscular mycorrhizal responsiveness of in
vitro tomato root lines is not related to growth and nutrient uptake rates. Can J Bot
81:645–656

Levy A, Chang BJ, Abbott LK, Kuo J, Harnett G, Inglis TJJ (2003) Invasion of spores of the
arbuscular mycorrhizal fungus Gigaspora decipiens by Burkholderia spp. Appl Environ
Microbiol 69:6250–6256

Lioussanne L, Jolicoeur M, St-Arnaud M (2003) Effects of the alteration of tomato root exu-
dation by Glomus intraradices colonization on Phytophthora parasitica var. nicotianae
zoospores. In: Proc 4th Int Conf Mycorrhizae, Montréal

Ludwig-Muller J, Bennett RN, Garcia-Garrido JM, Piché Y, Vierheilig H (2002) Reduced
arbuscular mycorrhizal root colonization in Tropaeolum majus and Carica papaya after
jasmonic acid application can not be attributed to increased glucosinolate levels. J Plant
Physiol 159:517–523

Maraun M, Martens H, Migge S, Theenhaus A, Scheu S (2003) Adding to ’the enigma of
soil animal diversity’: fungal feeders and saprophagous soil invertebrates prefer similar
food substrates. Eur J Soil Biol 39:85–95

Mayo K, Davis R, Motta J (1986) Stimulation of germination of spores of Glomus versiforme
by spore-associated bacteria. Mycologia 78:426–431

McAllister CB, Garcia Romera I, Godeas A, Ocampo JA (1994) In vitro interactions between
Trichoderma koningii, Fusarium solani and Glomus mosseae. Soil Biol Biochem 26:1369–
1374

McAllister CB, Garcia-Romera I, Martin J, Godeas A, Ocampo JA (1995) Interaction between
Aspergillus niger van Tiegh and Glomus mosseae (Nicol and Gerd) Gerd and Trappe.
New Phytol 129:309–316

McAllister CB, Garcia-Garrido JM, Garcia-Romera I, Godeas A, Ocampo JA (1996) In vitro
interaction between Alternaria alternata, Fusarium equiseti and Glomus mosseae. Sym-
biosis 20:163–174

McGovern RJ, Datnoff LE, Tripp L (1992) Effect of mixed infection and irrigation method
on colonization of tomato roots by Trichoderma harzianum and Glomus intraradices.
Proc Fla State Hortic Soc 105:361–363

Minerdi D, Bianciotto V, Bonfante P (2002) Endosymbiotic bacteria in mycorrhizal fungi:
from their morphology to genomic sequences. Plant Soil 244:211–219

Mosse B (1962) The establishment of vesicular-arbuscular mycorrhiza under aseptic condi-
tions. J Gen Microbiol 27:509–520

Mugnier J, Mosse B (1987) Vesicular-arbuscular mycorrhizal infections in transformed
Ri T-DNA roots grown axenically. Phytopathology 77:1045–1050

Nuutila AM, Vestberg M, Kauppinen V (1995) Infection of hairy roots of strawberry (Fra-
garia × Ananassa Duch) with arbuscular mycorrhizal fungus. Plant Cell Rep 14:505–509

Olsson PA, Bååth E, Jakobsen I, Soderstrom B (1996) Soil bacteria respond to presence of
rootsbutnot tomyceliumof arbuscularmycorrhizal fungi. Soil BiolBiochem28:463–470

Pfeffer PE, Bago B, Shachar-Hill Y (2001) Exploring mycorrhizal function with NMR spec-
troscopy. New Phytol 150:543–553



230 M. St Arnaud and A. Elsen

Pinior A, Wyss U, Piché Y, Vierheilig H (1999) Plants colonized by AM fungi regulate further
root colonization by AM fungi through altered root exudation. Can J Bot 77:891–897

Posta K, Marschner H, Römheld V (1994) Manganese reduction in the rhizosphere of
mycorrhizal and nonmycorrhizal maize. Mycorrhiza 5:119–124

Ravnskov S, Nybroe O, Jakobsen I (1999) Influence of an arbuscular mycorrhizal fungus
on Pseudomonas fluorescens DF57 in rhizosphere and hyphosphere soil. New Phytol
142:13–122

Ronn R, Gavito M, Larsen J, Jakobsen I, Frederiksen H, Christensen S (2002) Response of
free-living soil protozoa and microorganisms to elevated atmospheric CO2 and presence
of mycorrhiza. Soil Biol Biochem 34:923–932

Rousseau A, Benhamou N, Chet I, Piché Y (1996) Mycoparasitism of the extramatrical phase
of Glomus intraradices by Trichoderma harzianum. Phytopathology 86:434–443

Ruiz-Lozano JM, Bonfante P (2000) A Burkholderia strain living inside the arbuscular
mycorrhizal fungus Gigaspora margarita possesses the vacB gene, which is involved in
host cell colonization by bacteria. Microb Ecol 39:137–144

Ryan NA, Duffy EM, Cassells AC, Jones PW (2000) The effect of mycorrhizal fungi on the
hatch of potato cyst nematodes. Appl Soil Ecol 15:233–240

Schreiner RP, Bethlenfalvay GJ (2003) Crop residue and Collembola interact to determine
the growth of mycorrhizal pea plants. Biol Fertil Soils 39:1–8

Simoneau P, Louisy-louis N, Plenchette C, Strullu DG (1994) Accumulation of new polypep-
tides in Ri T-DNA-transformed roots of tomato (Lycopersicon esculentum) during the
development of vesicular-arbuscular mycorrhizae. Appl Environ Microbiol 60:810–1813

St-Arnaud M, Hamel C, Vimard B, Caron M, Fortin JA (1995) Altered growth of Fusarium
oxysporum f. sp. chrysanthemi in an in vitro dual culture system with the vesicular arbus-
cular mycorrhizal fungus Glomus intraradices growing on Daucus carota transformed
roots. Mycorrhiza 5:431–438

St-Arnaud M, Hamel C, Vimard B, Caron M, Fortin JA (1996) Enhanced hyphal and spore
production of the arbuscular mycorrhizal fungus Glomus intraradices in an in vitro
system in the absence of host roots. Mycol Res 100:328–332

Toussaint JP, St-Arnaud M, Charest C (2004) Nitrogen transfer and assimilation between
the arbuscular mycorrhizal fungus Glomus intraradices Schenck & Smith and Ri T-
DNA roots of Daucus carota L. in an in vitro compartmented system. Can J Microbiol
50:251–260

Tylka GL, Hussey RS, Roncadori RW (1991) Axenic germination of vesicular-arbuscular
mycorrhizal fungi – effects of selected Streptomyces species. Phytopathology 81:54–759

van der Heijden MGA, Klironomos JN, Ursic M, Moutoglis P, Streitwolf-Engel R, Boller T,
Wiemken A, Sanders IR (1998) Mycorrhizal fungal diversity determines plant biodiver-
sity, ecosystem variability and productivity. Nature 396:69–72

Vierheilig H, Garcia-Garrido JM, Wyss U, Piché Y (2000) Systemic suppression of mycor-
rhizal colonization of barley roots already colonized by AM fungi. Soil Biol Biochem
32:589–595

Villegas J, Fortin JA (2001) Phosphorus solubilization and pH changes as a result of the
interactions between soil bacteria and arbuscular mycorrhizal fungi on a medium
containing NH+

4 as nitrogen source. Can J Bot 79:865–870
Villegas J, Fortin JA (2002) Phosphorus solubilization and pH changes as a result of the

interactions between soil bacteria and arbuscular mycorrhizal fungi on a medium
containing NO−

3 as nitrogen source. Can J Bot 80:571–576
Wamberg C, Christensen S, Jakobsen I (2003a) Interaction between foliar-feeding insects,

mycorrhizal fungi, and rhizosphere protozoa on pea plants. Pedobiologia 47:281–287



Interaction of Arbuscular Mycorrhizal Fungi 231

Wamberg C, Christensen S, Jakobsen I, Muller AK, Sorensen SJ (2003b) The mycorrhizal
fungus (Glomus intraradices) affects microbial activity in the rhizosphere of pea plants
(Pisum sativum). Soil Biol Biochem 35:1349–1357

Xavier LJC, Germida JJ (2003) Bacteria associated with Glomus clarum spores influence
mycorrhizal activity. Soil Biol Biochem 35:471–478



Part IV
Root Organ Culture of Ectomycorrhizal Fungi



13 Cistus incanus Root Organ Cultures:
a Valuable Tool
for Studying Mycorrhizal Associations
Andrew P. Coughlan1, Yves Piché1

1
Introduction

The origin of the ectomycorrhizal (ECM) symbiosis, so important in tem-
perate and boreal biomes (Erland and Taylor 2002), dates back approx-
imately 130 × 106 years (Axelrod 1986; Berbee and Taylor 1993). This
symbiotic association is, therefore, much more recent than that formed by
the arbuscular mycorrhizal (AM) fungi considered in most of the other
chapters of this volume.

While only approximately 190 species from the Glomeromycota are rec-
ognized as forming AM associations (http://www.tu-darmstadt.de/fb/bio/
bot/schuessler/amphylo/amphylogeny.html), at least 6000 species from the
Basidiomycotina and Ascomycotina are considered to form ectomycor-
rhiza (Molina et al. 1992). In contrast to AM fungi, which are obligate
biotrophs, many species of ECM fungi exhibit a certain capacity for sapro-
phytic growth under axenic conditions. This, it has been suggested, makes
them useful experimental organisms (Satyanarayana et al. 1996) and has al-
lowed the nutrition, and growth and development of known fungal species
to be studied under different physically and/or chemically controlled con-
ditions. The results obtained from certain studies have been extrapolated
and used to make inferences about the likely nutrient uptake capabilities
and behavioural responses of ECM plants growing in natural ecosystems
(e.g. Kernaghan et al. 2002). However, like AM fungi, ECM fungi are un-
able to complete their life cycle in the absence of a host plant. It therefore
seems probable that the enzymes, phytohormones and other secondary
compounds produced while growing saprophytically, differ from those
produced when growing symbiotically. This theory is supported by differ-
ences in nutrient utilization (Rygiewicz et al. 1984; Scheromm et al. 1990;
Smith and Read 1997) and fungal gene expression between these two states
(Nehls and Martin 1995; Söderström et al. 2003). Therefore, it is not clear to
what extent the conclusions drawn from axenic studies with a given ECM
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fungus can be accurately applied to plants colonized by the same fungus
growing in the field.

Even though there is a current effort to replace traditional “reduc-
tionist” techniques used to investigate the ECM association with exper-
imental approaches that have greater ecological relevance (Read 2002),
certain fundamental aspects of the symbiosis (e.g. molecular signalling,
gene expression, and morphological changes to fungal hyphae prior to,
or following, root contact) can only realistically be investigated under
simplified aseptic conditions. Furthermore, in vitro techniques can also
be used to overcome the problems associated with trying to single out
the effects of an individual biotic or abiotic factor on mycorrhizal forma-
tion.

Over the last 50 years, a number of aseptic, or semi-aseptic, techniques
have been developed which go some way towards palliating the potential
bias introduced by the use of axenic ECM fungal cultures for investigating
the ECM association. The evolution of these techniques towards the use
of isolated roots is briefly reviewed, before highlighting a new method for
ECM research based on Ri T-DNA transformed root organ cultures of Cistus
incanus (Fig. 1).

Fig.1. Typical club-shaped ectomycorrhiza
(star) of Tuber maculatum on a Cistus incanus
root organ. Note the non-mycorrhizal short root
to the right
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2
Evolution of Monoxenic Techniques
for Investigating ECM Associations

2.1
Whole-Plant Techniques

Many early experimental systems were based on axenically grown seedlings
inoculated with a given ECM fungus and grown under aseptic conditions
in Erlenmeyer flasks (Marx and Zak 1965; Abuzinadah et al. 1986) or glass
tubes (Molina 1979). However, the seeds of certain host species are difficult
to sterilize due to endogenous contaminants, and germination rates vary
considerably. Furthermore, enclosed systems may be CO2 limiting (but see
Richard and Fortin 1975) and prone to the accumulation of compounds
such as ethylene (Peterson and Chakravarty 1991), both of which can sig-
nificantly affect plant growth rates, root morphology (Reid 1987; Orcutt
and Nilson 1996) and, potentially, mycorrhizal formation. These systems
also allow the excessive accumulations of root exudates, which may affect
fungal activity. Moreover, these systems require growth cabinet conditions
and, as with field-grown plants, observation of mycorrhizal roots involves
destructive harvesting of the experimental unit.

The use of vented Mason storage jars (Trappe 1967) or modified Petri
plates (e.g. Duddridge 1986; Wong and Fortin 1989) allow mycorrhizal roots
of whole plants to develop in an aseptic environment, while allowing the
shoot to grow under ambient conditions, thereby overcoming the problem
of CO2 acquisition and ethylene accumulation. Nevertheless, the experi-
mental system still requires growth cabinet conditions, and the methods
(e.g. sterile lanolin) used to keep the rooting zone contaminant free are
not always effective, as certain fungi and bacteria can pass intercellularly
via the stem tissue into the rooting zone. Furthermore, these systems are
also affected by genetic differences between individual host plants within
a given seed lot.

Many of the problems outlined above can be overcome using elaborate
experimental systems comprising individual growth units ventilated with
filtered forced air and coupled with clonal plant material issued from so-
matic embryos (e.g. Díez et al. 2000) or microcuttings (e.g. Tonkin et al.
1989). Nevertheless, these can be space-consuming and expensive to estab-
lish.

Recently, many investigations into the mechanisms underlying the func-
tioning of the AM symbiosis have used an inexpensive and more easily
manipulated culture system based on the in vitro co-culture of a clonal
root organ culture associated with contaminant-free inoculum from a glo-
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malean species. This system, used either in standard or compartmentalized
Petri dishes, and maintained under identical conditions to those used for
growing axenic fungal cultures, has provided answers to important ques-
tions regarding host/fungus signalling, gene expression, growth and de-
velopment, and nutrient uptake (for recent review, see Fortin et al. 2002).
Similar questions could be usefully addressed using root organ cultures
of ECM plants associated to ECM fungi in vitro. Such an approach would
improve our understanding of the ECM symbiosis and, in certain cases,
allow greater accuracy when drawing conclusions about the likely response
of a plant colonized by a given ECM fungus growing in the field.

2.2
Non-Transformed Root Organs and Root Hypocotyl Organs

Ectomycorrhizal hostplants are, with fewexceptions, trees (SmithandRead
1997). The first root organs of ECM plant species were obtained in the 1940s
(Bonner 1942; Slankis 1948a). Unfortunately, one of the main problems
limiting the use of these non-transformed root organs for ECM fungal
research was that the roots of ECM host plants, which grow well under
certain liquidculture techniques, growrelativelypoorlyonsolidifiedmedia.
This phenomenon is principally linked to the need for pre-treatments with
exogenous hormones. For example, the method used by Ulrich (1962)
required that roots of Pinus ponderosa be incubated in a nutrient solution
amended with IAA to initiate the formation of root initials; once achieved,
the roots were washed and returned to an IAA-free nutrient medium to
allow elongation. Manipulations of this type are practical neither for roots
grown on agar-solidified media, nor for ECM studies. Furthermore, certain
isolated non-transformed tree roots are highly sensitive to light, and even
short exposure can induce senescence (Ulrich 1962).

Slankis (1948b), investigating the effect of ECM fungi on plant roots,
grew root organs of Pinus sylvestris in liquid culture with mycelium of the
ECM fungus Boletus variegatus. However, although dichotomous branch-
ing of short roots was observed, it is unclear as to whether or not true
ectomycorrhiza were formed (Fortin 1966), or whether the branching was
due to a build up of ethylene in the root or in response to fungal exudates.

In a further attempt to develop a simple monoxenic system for ECM re-
search, Fortin (1966) adapted the method developed by Raggio and Raggio
(1956) for bean (Phaseolus vulgaris) roots, and applied it to P. sylvestris
roots. Briefly, this technique involved applying different media to the two
ends of the excised root – the part closest to the hypocotyl was inserted
into a medium containing an organic carbon source (i.e. mimicking shoot-
derived nutrients), while the distal part was allowed to develop in a carbon-
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free medium amended with mineral nutrients. This system recreated the
polarity occurring naturally in plants, and allowed roots to develop under
conditions closer to those found in nature. While this polarity is not essen-
tial for the growth of pine roots in liquid culture, it appears to be a prereq-
uisite for their successful growth on solidified media. However, acceptable
levels of root growth were obtained only when part of the hypocotyl was
left in place, or replaced by IAA. The system was successfully used to pro-
duce mycorrhizas between Pinus strobus and four species of ECM fungi, i.e.
Pisolithus tinctorius, Suillus granulatus, Suillus tormentosus and Leccinum
chromapes (Fortin and Piché 1979), and between Eucalyptus pilularis and
P. tinctorius (Bailey and Peterson 1988). Although this method allowed
ECM formation under aseptic conditions and in the absence of the aerial
part of the host plant, the need for hypocotyl tissue meant that clonal root
organs could not be developed.

The first attempt to use truly clonal root organs on solid medium for
ECM studies was by Louis and Scott (1987). The authors used hormonal
regulators (naphthalene acetic acid and 6-benzylamino purine) to produce
root organs from a tissue culture of the tree species Shorea roxburghii
(Dipterocarpaceae). These root organs were subsequently inoculated with
mycelium of an ECM fungus from the genus Rhodophyllus. The results
obtained were widely reported as the first formation of ectomycorrhiza
on a root organ clone. However, at harvest, the 5-month-old roots were
approximately the same length as those placed in the Petri plates at the
beginning of the experiment and, while the fungal mycelium had grown,
perhaps preferentially, over the root surface, there was no clear indication
of ECM formation. The lack of root growth and the presence of intracellular
hyphae, but no Hartig net, suggest that the ECM fungus might have been
using the cell contents for saprophytic growth, as is observed in individ-
ual excised ectomycorrhiza. Nevertheless, the fact that these studies were
attempted highlighted the need for a model system based on root organs,
which would allow the study of certain aspects of the ECM symbiosis which
cannot be investigated in situ.

2.3
Ri T-DNA Transformed Root Organs

Although Mosse and Hepper (1975), working with AM fungi, were the first
to obtain mycorrhiza using host-plant root organs, it was Mugnier and
Mosse (1987) who realized the potential value of Ri T-DNA transformed
root organs for the study of mycorrhiza. Transformed root organs result
from the natural incorporation into the plant’s genome of the Ri T-DNA
plasmid from the ubiquitous soil-borne bacterium Agrobacterium rhizo-
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genes. This plasmid induces the production of growth hormones in the root,
hence removing the need to incorporate plant hormones into the culture
medium. The resulting transformed roots exhibit increased growth rates
and increased branching (Tepfer 1989). While this bacterium can induce
the formation of so-called hairy roots in a number of forb, shrub and tree
species, its use is limited to work on angiosperms, for it does not naturally
infect gymnosperm species. Of the 115 plants listed by Tepfer (1989) as
having been transformed by A. rhizogenes, only two represent plants ca-
pable of forming ectomycorrhiza: Eucalyptus gunnii and Populus tremula
x Populus alba. Work in our laboratory indicates that root organs of tree
species have a much higher carbon (i.e. sucrose) requirement for normal
growth than those of forbs, which could influence studies into the ECM
association. While excised roots of woody species are difficult to grow in
vitro, not all ECM plants are trees – some are woody shrubs and others,
forbs. This provides the possibility of establishing root organs which might
behave in a similar way to the root organs used so successfully for research
into the AM association.

2.4
Ri T-DNA Transformed Root Organs of Cistus incanus

A team working with the ECM fungus Tuber melanosporum at the Ben-
Gurion University of the Negev (Israel) was the first to realize the potential
use of root organs of Cistus incanus, a woody shrub, for studying ECM
plant–fungal interactions (Nurit et al. 1999; Wenkart et al. 2001). This team
produced nine clones which could be grown on Minimal (M) medium (Bé-
card and Fortin 1988), a medium typically used for AM-based research
under monoxenic conditions. At about the same time, a team at the In-
stitute of Microbiology ASCR (Czech Republic) developed a Cistus albidus
root organ clone (Milan Gryndler, pers. comm.), and our group at Laval
University (Québec) produced four C. incanus root organ clones.

3
Production and Maintenance
of Transformed Cistus incanus Root Organs

In areas around the Mediterranean Basin, Cistus species are an important
component of the soil seed bank, their seedlings rapidly colonizing recently
burned sites (Dansereau 1939). The dormancy of Cistus seeds can therefore
be easily broken by subjecting them to high temperatures, either by im-
mersion in concentrated sulphuric acid (20 min; Nurit et al. 1999; Wenkart
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et al. 2001), or by exposing dry seeds to temperatures of 100 ◦C (30 min).
Surface sterilized seeds are then germinated under aseptic conditions.

Root organs are produced from the resulting axenic seedlings by wound-
ing the stem or leaf surface with a sterile needle, and inoculating the wound
with A. rhizogenes cells from a 48-h-old liquid (Nurit et al. 1999; Wenkart
et al. 2001) or Petri plate culture. The seedlings are then incubated under
ambient conditions. A callus develops after 3–5 days, from which trans-
formed roots appear after 8–14 days.

Agrobacterium rhizogenes cells are eliminated from the transformed
roots, by transferring root tips (2–3 cm) to M medium amended with ampi-
cillin (200–500 mg/L (Nurit et al. 1999; Wenkart et al. 2001), or modified
White’s (WM) medium (Bécard and Fortin 1988) amended with rifampicin
(50 mg/l), or a mix of cefotaxime (200 mg/L) and carbenicillin (500 mg/L).
We have found that bacteria-free root organ cultures are best maintained
on WM (pH 6.5) in 150-mm Petri dishes and incubated in the dark at 25 ◦C.
To maintain vigorous growth, C. incanus root organ cultures should be
subcultured onto fresh media every 14 days.

Different C. incanus root organ clones exhibit different growth rates and
branching patterns (Wenkart et al. 2001; Roth-Bejerano et al. 2003). Fast-
growing clones can accumulate five times as much biomass as slow-growing
ones; this is possibly due to differences in the site of insertion of the plasmid
into the plants genome, or to the overall number of insertions (Wenkart
et al. 2001). However, even slow-growing clones can be distinguished from
non-transformed C. incanus roots, as the latter fail to grow on WM medium.

4
Use of Cistus incanus Root Organs
for the Study of Mycorrhizal Associations

4.1
Effect of Cistus incanus Root Organs on ECM Fungal Growth

While Coughlan et al. (2001a) found that C. incanus root organs showed
preferential growth rates at pH 6.5, they also grow well at lower pH values
(Nurit et al. 1999; Wenkart et al. 2001). As a given ECM fungus has an opti-
mum pH for mycorrhizal formation (Marx and Zak 1965; Cordell and Marx
1994), the plasticity exhibited by these roots allows their use with a wide
range of ectomycobionts. Coughlan et al. (2001b) investigated the effect of
C. incanus root organs on the development of three species of ECM: two
relatively slow-growing species (Cenococcum geophilum and T. melanospo-
rum) and one fast-growing species (Laccaria bicolor). The maximal growth
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rate of each species on its optimal axenic culture medium was compared
to growth in the presence of a root organ on the nutritionally poorer M
medium. In all cases, while the optical density of the colonies remained
similar to that on the optimal culture medium, the growth rate was higher:
C. geophilum and T. melanosporum (Fig. 2) exhibited a fourfold increase
and L. bicolor, a twofold increase. In the same study, the growth rate of
T. melanosporum was shown to double when a C. incanus root organ was
allowed to develop on the medium for 1 week and then removed before in-
oculating the Petri plates with the fungus (Fig. 2). This suggests that either
root-induced modifications to the original medium occur and/or that cer-
tain non-volatile root exudates remain in the substrate. In a similar study
by Ventura et al. (2003) using two different C. incanus root organ clones,
roots were pre-grown in Petri plates, removed, and the plates inoculated
with T. melanosporum. The authors observed that the rate of carbohydrate
utilization by one of the clones, and in particular the levels of reducing
sugars remaining in the media, had the potential to mask any stimulatory
effect of the root on fungal growth.

Although the presence of both young (10–25 days) and old (217 days)
C. incanus roots can increase hyphal growth of T. melanosporum, the great-

Fig.2. Growth of mycelium of Tuber melanosporum on a potato dextrose malt medium
(optimal medium for axenic growth; filled diamonds) compared with growth on M medium
onwhichaCistus incanus rootorganwasgrownfor2weeksandremovedprior to inoculation
of the Petri plate (filled circles), or on M medium together with a C. incanus root organ (filled
squares). Values are means for ten replicate 150-mm Petri plates, and vertical bars (day 48)
are standard errors of the mean
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est stimulation has been observed to occur in the presence of young roots
(Wenkart et al. 2001). This possibility to increase the growth rate of rela-
tively recalcitrant species of mycorrhizal fungi has important implications
for the production of inocula (see below).

4.2
Differentiation of ECM Fungal Mycelium
in the Presence of Cistus incanus Root Organs

Initial studies with C. incanus root organs have shown that certain ECM
fungi may modify hyphal morphology in the presence of a host plant.
When grown monoxenically with a C. incanus root organ, an isolate of
Tuber maculatum developed hyphal ramifications similar to the branched
absorbing structures (BAS) found on the extraradical hyphae of AM fungi
(Bago et al. 1998). These structures may either have been modifications to
the hyphae prior to root colonization, or structures serving for nutrient
absorption. Whatever their role, it suggests that the morphology of the
mycelium in the presence of a plant host may show subtle differences from
that observed under axenic conditions.

Fungal differentiation also includes alterations in gene expression, and
the monoxenic system can provide sufficient quantities of clean material for
investigating such changes. For example, Kagan-Zur et al. (2003) observed
that two strains of Terfezia boudieri in the presence of a certain C. incanus
clone (M2) produced ectendomycorrhizal rather than ECM associations.
In an elegant study, Zaretsky et al. (2003) identified genes expressed by
different C. incanus root organ clones and different isolates of T. boudieri
when growing in the same Petri plate but separated by a sheet of cellophane.
By so doing, the authors were able to show that the root–fungus pairings
which formed ectendomycorrhiza had different gene expression profiles to
those root–fungus pairings which formed ectomycorrhiza.

4.3
Formation of ECM on Cistus incanus Root Organs

Wenkart et al. (2001) gave the first published account of the formation
of ECM on a C. incanus root organ. The authors tested nine clones, and
found that all formed ECM associations when grown monoxenically with
T. melanosporum. A later study confirmed that the clones also formed
mycorrhiza with T. boudieri (Kagan-Kur et al. 2003). In studies by Coughlan
et al. (2001b), the four clones tested all formed ectomycorrhiza with a range
of known ECM fungal species. The latter root organs have subsequently
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proved valuable in testing the ability of unidentified fungi, isolated from
field-collected roots, to form ectomycorrhiza.

The technique used by Wenkart et al. (2001) to form ECM consisted of
cultivating a slow-growing C. incanus root organ (L2A) on M medium for
3 months in a glass test tube. The root organ was then inoculated with
T. melanosporum by placing a cube of medium containing fungal hyphae
directly onto the root surface. Hartig net formation was observed in long
roots after 3 months, and club-shaped ECM short roots were observed after
5 months.

By contrast, Coughlan and Piché (2003a) obtained typical club-shaped
T.melanosporumectomycorrhizaas little as5daysafter contactbetween the
C. incanus root organ and the fungal hyphae. These authors used a similar
technique to that described by Wenkart et al. (2001), but with important
modifications. Firstly, a clone exhibiting rapid growth (clone #2) was used.
Secondly, root tip segments (2 cm) fromanactivelygrowingrootorganwere
initially grownonWMmedium(pH6.5) for 7days, beforebeing transferred
to a 150-mm Petri dish containing minimal (M) medium (pH 6.5). Finally,
two 15-mmplugs were cut fromthe gel, just in front of the developing lateral
roots, and replacedwith identically sizedplugs cut fromanactively growing
colony of T. melanosporum. The reason for the difference in the time taken
for mycorrhizal formation between the two techniques may lie in the initial
pH of the substrate used (pH 5.5; Nurit et al. 1999; Wenkart et al. 2001)
vs. pH 6.5 (Coughlan and Piché 2003a), root age and, perhaps, important
genetic differences at the phyto- and mycobiont levels. However, it is also
likely that, after 3monthsofgrowth, theC. incanus roots in theexperimental
system employed by Nurit et al. (1999) and Wenkart et al. (2001) had
significantly modified the small volume of medium in the test tubes used.
Furthermore, root organs of certain plant species which have exhausted the
supply of a particular mineral nutrient (e.g. phosphorus) are able, just as
roots of whole plants, to liberate organic acids in an attempt to mobilize the
deficient ion from less soluble compounds. This is likely to have a negative
effect on the growth of T. melanosporum, which is a calcicolous species.
In the system employed by Coughlan and Piché (2003a), young actively
growing roots with abundant emerging laterals were used. Under field
conditions, it is these which are rapidly colonized by ectomycorrhizal fungi.
Moreover, the pre-treatment on the relatively nutrient-rich WM medium,
before being transferred to the relatively nutrient-poor M medium, may
also have played an important role in stimulating ECM formation. After
4 weeks, the growth of the C. incanus root organ clones developed at Laval
University slows, the roots become progressively browner, probably due to
a build up of phenolic substances in the tissue, and they are not considered
to provide optimal conditions for ECM formation.
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4.4
Use of Cistus incanus Root Organs for Work with AM Fungi

There are increasing reports of certain AM fungal structures occurring in
the roots of species that have traditionally been considered ECM (e.g. Smith
et al. 1998; Moyersoen and Fitter 1999; Dickie et al. 2001). Coughlan and
Piché (2003c) used C. incanus root organs to investigate the nature of the
interaction between a typical ECM host and an AM fungus. The roots were
grown monoxenically with spores of the AM fungus Glomus intraradices.
The spores germinated, and the fungus formed appressoria and penetrated
the root. However, the colonization was extremely sparse (less that 1%),
and no arbuscules and very few vesicles were formed. Nevertheless, be-
cause of the transparent nature of the medium (M) used, the authors were
able to determine that the extraradical mycelium developed BAS, which
are features associated with fully functional AM associations (Bago et al.
1998). Numerous lipid-filled spores, similar in size and general appearance
to those obtained in monoxenic cultures with carrot root organs, were also
produced. Neither BAS nor spores were observed in control treatments.
Although the spores were not tested for their ability to germinate, it seems
that the roots of certain typical ECM hosts can trigger all the necessary
metabolic pathways allowing carbon and mineral nutrient uptake by AM
fungi, and completion of the fungal life cycle. Because of the low levels
of colonization, and the problems associated with investigation of the ex-
traradical mycelium in the field, it is unlikely that such information could
have been gleaned without the use of this monoxenic system.

5
Practical Applications of Cistus incanus Root Organs

5.1
Maintaining Fungal Isolates

The C. incanus root organs developed at Laval University formed ECM
with all isolates of known ECM fungi tested (Coughlan et al. 2001a, b).
Furthermore, the root organs are used to stimulate slow-growing ECM
fungal species, and for routine maintenance of all Tuber species. However,
C. incanus root organs not only stimulate the growth of ECM fungi, they
can also serve to reduce the number of times that isolates, in particular
Tuber species (which are relatively intolerant to storage at low tempera-
tures), have to be subcultured onto fresh culture medium. Transfers after
6, 7 and 14 months of monoxenic culture resulted in new fungal growth,
whereas mycelium transferred from axenic fungal colonies of the same
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age failed to grow (Wenkart et al. 2001). Therefore, C. incanus root organs
appear to offer a suitable means for the long-term maintenance of ECM
fungi.

Several authors have highlighted the fact that the characteristics of
a given ECM fungus maintained under axenic conditions, including its
ability to form ectomycorrrhiza, may alter with time since isolation (Marx
1981;Thomsonetal. 1993;Brundrett et al. 1996).Thereducedability to form
mycorrhiza may be overcome by inoculating the fungus onto a host plant
and subsequently re-isolating it from the ectomycorrhiza (Marx 1981) or
sporocarps (Thomson et al. 1993) formed. Thomson et al. (1993) even pro-
posed that an “alternative method” for the storage of ECM fungal isolates
be sought. Cistus incanus root organs could provide just such a method,
allowing the ECM-forming capacity of fungal isolates which are to be used
for inoculation experiments, or for inoculum production, to be maintained
(Nurit et al. 1999). Furthermore, the use of C. incanus root organs to rein-
vigorate ECM isolates, under aseptic conditions, is rapid, and it alleviates
the need to use antibiotic-amended media to remove the microbial con-
taminants usually associated with mycorrhiza or sporocarps obtained from
pot cultures.

5.2
Inoculum Production

Following an initial study by Nurit et al. (1999), Wenkart et al. (2001) ad-
vanced thepossibleuseofC. incanus rootorgans colonizedbyT.melanospo-
rum as a suitable source of inoculum for large-scale in vitro or in vivo
inoculation programmes. Coughlan et al. (2001b) successfully used such
roots to colonize vitroplants of Betula populifolia under semi-aseptic con-
dition. Briefly, the authors trimmed the roots of acclimatized vitroplants
growing in minirhizotrons (Peterson and Chakravarty 1991), in a sterilized
vermiculite-based substrate, to 10 cm. An inoculum of C. incanus root or-
gans colonized by T. melanosporum was inserted just below the cut roots;
mycorrhiza developed within 8 weeks on the new roots which developed.
By contrast, in a similar study by Nurit et al. (1999) using Cistus seedlings,
ECM formation took 20 weeks, but this may have been due to the small
quantity of inoculum used.

In a subsequent study, Coughlan and Piché (2003b) developed a system
for the invitro inoculationof individual vitroplantswithECMfungi. Briefly,
working aseptically, ECM C. incanus root organs were used to pre-colonize
vermiculite-filled20-mmKIM-KAPswithT.melanosporummyceliumprior
to the introducing of a vitroplant. This technique allows the developing
root system of acclimatizing vitroplants to be colonized by a given ECM
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fungus. Furthermore, as the unit is small and remains aseptic, the system
is potentially suitable for the large-scale development and export of ECM
plants.

6
Conclusion

As outlined in the introduction, there is a move towards experimental
approaches that allow the maximum amount of ecologically pertinent in-
formation about the ECM association to be gathered. However, it is clear
that certain aspects of this association cannot be investigated on whole
plants growing in natural substrates under natural or semi-natural condi-
tions. As we have outlined, C. incanus root organs provide a valuable tool
for the investigation of some of these, and they have already allowed im-
portant advances to be made. Continued use of this system should improve
our knowledge concerning many molecular, nutritional and morphological
aspects of the symbiosis which will, in turn, improve our understanding of
plant–fungal interactions at the ecological level.

Although the C. incanus root organ culture system described above was
developed as a means of stimulating growth of certain ECM fungal species
and for the production of inocula (Nurit et al. 1999; Wenkart et al. 2001;
Coughlan and Piché 2003a, b), it will, nevertheless, prove valuable for inves-
tigating many aspects of the ECM association. Spore germination, which is
often difficult to achieve for ECM fungi, may be improved in the presence
of host roots (Fries et al. 1987). Cistus incanus root organs, just as the trans-
formed root organs of AM host plants (Buée et al. 2000), probably produce
stimulatory molecules that will not only enhance hyphal growth but also
stimulate spore germination. The nature and effect of these molecules can
only be investigated under monoxenic culture conditions. Presently, our
knowledge concerning the mechanisms of host–fungus recognition, and
the subsequent modifications leading to the development and function-
ing of the symbiosis is limited (Lammers 2004). The monoxenic system
outlined above will allow continued investigation into the differential gene
expressionofbothhost and fungus in thepre-symbiotic and symbiotic state
that was instigated by Zaretsky et al. (2003). Such investigations should help
elucidate important aspects of the communication between ECM fungi and
their hosts. The ability of L. bicolor to form mycorrhiza with C. incanus
root organs, coupled with the project to sequence the entire L. bicolor
genome (Martin et al. 2004) and the ability to detect up-regulated and
down-regulated genes, will provide a solid base for investigating inherent
molecular and cellular mechanisms underlying the ECM association. This
work could be extended to investigate differences between gene expression
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of monokaryotic and dikaryotic cultures, and to investigate the ability of
a monokaryotic mycelium to form ectomycorrhiza.

Attempts to isolate ECM fungi from field-collected roots often result in
the production of large banks of isolates. Cistus incanus root organs could
be used to rapidly screen isolates for non-host-specific ECM fungi, and to
separate out certain saprophytic or pathogenic isolates. Using techniques
developed for work with AM fungi (Diop et al. 1994), C. incanus root organs
could also allow the isolation of fungi which are difficult to grow under
axenic conditions, such as species of the genera Amanita and Russula.
Furthermore, they will allow the production of sufficient quantities of
aseptic mycelium for use in molecular identification work.

Little in the way of investigation into the differentiation and functioning
of the extraradical mycelium under monoxenic conditions has been done.
While studies by Wenkart et al. (2001) showed poor growth of extraradical
mycelium of T. melanosporum on M medium, studies by Coughlan et al.
(2001a) showed dense hyphal growth. This disparity was probably due
to differences in pH and/or the chemical composition of the media after
3 months, compared to that after a few days. The capacity of many ECM
fungi to grow saprophytically will necessitate the use of compartmental-
ized Petri plates to allow the development of an extraradical mycelium in
a carbon-free substrate. Studies of the morphology of extraradical hyphae
will be an interesting field for future research because the hyphae of ax-
enically grown ECM fungi are normally simple structures with relatively
few ramifications. Preliminary work in our laboratory with members of the
genus Suillus has shown that, following ECM formation on C. incanus root
organs, the extraradical mycelium differentiates to form typical mycelial
strands.

Using compartmental Petri plates, the monoxenic system will allow in-
vestigation not only into nutrient uptake by the extraradical mycelium but
also into interactions between different fungal species or isolates of the
same species. The system may also prove valuable for ECM fungal fructi-
fication studies. Furthermore, the compartmentalized system would allow
a pre-screening of large numbers of isolates for their ability to withstand
certain edaphic conditions or pollutants, and to investigate interactions
with other components of the soil biota.

Acknowledgements. We thank the Universidade Coimbra (Portugal) and
the Orto Botanico dell’Universita, Siena (Italy) for providing seeds of C. in-
canus, and Dr. David Tepfer (INRA, Versailles) for providing the A. rhizo-
genes isolate LBA 9402. We also thank NSERC for funding to Y.P.



Cistus incanus Root Organ Cultures: a Valuable Tool 249

References

Abuzinadah RA, Finlay RD, Read DJ (1986) The role of proteins in the nitrogen nutrition of
ectomycorrhizal plants. II. Utilization of protein by mycorrhizal plants of Pinus contorta.
New Phytol 103:495–506

Axelrod DI (1986) Cenozoic history of some western American pines. Ann Mo Bot Gard
73:565–641

Bago B, Azcón-Aguilar C, Goulet A, Piché Y (1998) Branched absorbing structures: a feature
of the extraradical mycelium of symbiotic arbuscular mycorrhizal fungi. New Phytol
139:375–388

BaileySR,PetersonRL(1988)Ectomycorrhiza synthesisbetween isolatedrootsofEucalyptus
pilularis and Pisolithus tinctorius. Can J Bot 66:1237–1239

Bécard G, Fortin JA (1988) Early events of vesicular-arbuscular mycorrhiza formation on
Ri T-DNA transformed roots. New Phytol 108:211–218

Berbee ML, Taylor JW (1993) Dating the evolutionary radiation of the true fungi. Can J Bot
71:1114–1127

Bonner J (1942) Culture of isolated roots of Acacia melanoxylon. Bull Torr Bot Club 69:130–
133

Brundrett M, Bougher N, Dell B, Grove T, Malajczuk N (1996) Working with mycorrhizas
in forestry and agriculture. Monograph 32, Australian Centre for International Agricul-
tural Research, Canberra

Buée M, Rossignol M, Jauneau A, Ranjeva R, Bécard G (2000) The pre-symbiotic growth of
arbuscular mycorrhizal fungi is induced by a branching factor partially purified from
plant root exudates. Mol Plant Microb Interact 13:693–698

Cordell CE, Marx DH (1994) Effects of nursery cultural practices on management of spe-
cific ectomycorrhizae on bareroot tree seedlings. In: Pfleger FL, Linderman RG (eds)
Mycorrhizae and plant health. APS Press, The American Phytopathological Society, St
Paul, Minnesota, pp 133–151

Coughlan A, Piché Y (2003a) Method for synthesizing ectomycorrhiza in vitro. USA Patent
Application no 60/459,995

Coughlan A, Piché Y (2003b) Method for colonizing a plant with an ectomycorrhizal fungus.
USA Patent Application no 60/459,993

Coughlan A, Piché Y (2003c) Are arbuscules always characteristic structures of arbuscular
mycorrhiza? In: Proc 4th Int Conf Mycorrhizae (ICOM4), Montréal

Coughlan AP, Lavaud J, Piché Y (2001a) Racines transformées de Cistus incanus colonisées
pardivers champignonsectomycorhiziens: casparticulièrement favorableaudéveloppe-
ment de Tuber melanosporum. Réunion du Réseau de Mycologie de la Société Française
de Microbiologie, Université Paul Sabatier, Toulouse, France

Coughlan AP, Dubé S, Marzitelli F, Piché Y (2001b) Développement in vitro des genres Tuber,
Laccaria et Cenococcum. In: Colloq Mycorrhizes 2001, Jardin Botanique de Montréal

Dansereau P (1939) Monographie du genre Cistus. PhD Thesis, University of Geneva,
Switzerland

Dickie IE, Koide RT, Fayish AC (2001) Vesicular-arbuscular mycorrhizal infection of Quercus
rubra seedlings. New Phytol 151:257–264

Díez J, Manjón JL, Korvács GM, Celestino C, Toribio M (2000) Mycorrhization of vitroplants
raised from somatic embryos of cork oak (Quercus suber L.). Appl Soil Ecol 15:119–123

Diop TA, Plenchette C, Strullu DG (1994) Dual axenic culture of sheared-root inocula of
vesicular-arbuscular mycorrhizal fungi associated with tomato roots. Mycorrhiza 5:17–
22



250 A.P. Coughlan and Y. Piché

Duddridge JA (1986) The development and ultrastructure of ectomycorrhizas. III. Com-
patible and incompatible interactions between Suillus grevillei (Klotzsch) Sing. and 11
species of ectomycorrhizal hosts in vitro in the absence of exogenous carbohydrate. New
Phytol 103:457–464

Erland S, Taylor AFS (2002) Diversity of ecto-mycorrhizal fungal communities in relation to
the abiotic environment. In: van der Heijen MGA, Sanders I (eds) Mycorrhizal ecology.
Springer, Berlin Heidelberg New York, pp 163–200

Fortin JA (1966) Synthesis of mycorrhizae on explants of the root hypocotyls of Pinus
sylvestris L. Can J Bot 44:1087–1092

Fortin JA, Piché Y (1979) Cultivation of Pinus strobus root-hypocotyl explants for synthesis
of ectomycorrhizae. New Phytol 83:109–119

Fortin JA, Bécard G, Declerck S, Dalpé Y, St-Arnaud M, Coughlan AP, Piché Y (2002)
Arbuscular mycorrhiza on root-organ cultures. Can J Bot 80:1–20

Fries N, Serck-Hanssen K, Dimberg LH, Theander O (1987) Abietic acid, an activator of
basidiospore germination in ectomycorrhizal species of the genus Suillus (Boletaceae).
Exp Mycol 11:360–363

Kagan-Zur V, Bustan A, Mills D, Roth-Bejerano N, Wenkart S, Ventura Y, Zaretzky M (2003)
Differences between hairy root clones and fungal isolates in forming mycorrhizas. In:
Proc 4th Int Conf Mycorrhizae (ICOM4), Montréal

Kernaghan G, Hambling B, Fung M, Khasa D (2002) In vitro selection of boreal ectomycor-
rhizal fungi for use in reclamation of saline-alkaline habitats. Restor Ecol 10:43–52

Lammers PJ (2004) Symbiotic signalling: new functions for familiar proteins. New Phytol
161:324–326

Louis I, Scott E (1987) In vitro synthesis of mycorrhiza in root organ cultures of a tropical
dipterocarp species. Trans Br Mycol Soc 88:565–568

Martin F, Tuskan GA, DiFazio SP, Lammers P, Newcombe G, Podila GK (2004) Symbiotic
sequencing for the Populus mesocosm. New Phytol 161:330–335

Marx DH (1981) Variability in ectomycorrhizal development and growth among isolates of
Pisolithus tinctorius as affected by source, age, and reisolation. Can J For Res 11:168–174

Marx DH, Zak B (1965) Effect of pH on mycorrhizal formation of slash pine in aseptic
culture. For Sci 11: 66–75

Molina R (1979) Pure culture synthesis and host specificity of red alder mycorrhizae. Can J
Bot 57:1223–1228

Molina R, Massicotte H, Trappe JM (1992) Specificity phenomena in mycorrhizal symbio-
sis: community-ecological consequences and practical implications. In: Allen MF (ed)
Mycorrhizal functioning. Chapman and Hall, London, pp 357–423

Mosse B, Hepper CM (1975) Vesicular-arbuscular infections in root organ cultures. Physiol
Plant Pathol 5:215–223

Moyersoen B, Fitter AH (1999) Presence of arbuscular mycorrhizas in typical ectomycor-
rhizal host species from Cameroon and New Zealand. Mycorrhiza 8:247–253

Mugnier J, Mosse B (1987) Vesicular-arbuscular mycorrhizal infection in transformed root-
inducing T-DNA roots grown axenically. Phytopathology 77:1045–1050

Nehls U, Martin F (1995) Changes in root gene expression in ectomycorrhiza. In: Stocchi V,
Bonfante P, Nuti M (eds) Biotechnology of ectomycorrhizae: molecular approaches.
Plenum Press, New York, pp 125–137

Nurit R-B, Wenkart S, Mills D, Kagan-Zur V (1999) Mycorrhizal associations between
Tuber melanosporum mycelia and transformed roots of Cistus incanus. In: Actes du
Vème Congr Int Science et Culture de la Truffe et des Autres Champignons Hypoges
Comestibles, Aix-en-Provence, pp 173–175

Orcutt DM, Nilsen ET (1996) The physiology of plants under stress: soil and biotic factors.
Wiley, New York



Cistus incanus Root Organ Cultures: a Valuable Tool 251

PetersonRL,ChakravartyP (1991)Techniques in synthesizingectomycorrhiza. In:Norris JR,
Read DJ, Varma AK (eds) Methods in microbiology. Academic Press, London, pp 75–106

Raggio M, Raggio N (1956) A new method for the cultivation of isolated roots. Physiol Plant
9:466–469

Reid MS (1987) Ethylene in plant growth, development, and senescence. In: Davis PJ (ed)
Plant hormones and their role in plant growth and development. Martinus Nijhoff,
Dordrecht, pp 257–279

Read DJ (2002) Towards ecological relevance – progress and pitfalls in the path towards an
understanding of mycorrhizal functions in nature. In: van der Heijen MGA, Sanders I
(eds) Mycorrhizal ecology. Springer, Berlin Heidelberg New York, pp 3–29

Richard C, Fortin, JA (1975) Rôle protecteur du Suillus granulatus contre le Mycelium radicis
atrovirens sur des semis de Pinus resinosa. Can J For Res 5: 452–456

Roth-Bejerano N, Kagan-Zur V, Mills D, Zaretzky M (2003) Mycorrhiza formation by hairy
root clones with Terfezia boudieri isolates. In: Proc 4th Int Conf Mycorrhizae (ICOM4),
Montréal

Rygiewicz PT, Bledsoe CS, Zasoski RJ (1984) Effects of ectomycorrhizae and solution pH on
[15N]ammonium uptake by coniferous seedlings. Can J For Res 14:885–892

Satyanarayana T, Gupta V, Garg S (1996) Ectomycorrhizal fungi as experimental organisms.
In: Mukerji KG (ed) Concepts in mycorrhizal research. Kluwer, Dordrecht, pp 333–346

Scheromm P, Plassard C, Salsac L (1990) Nitrate nutrition of maritime pine (Pinus pinaster
Soland in Ait.) ectomycorrhizal with Hebeloma cylindrosporum Romagn. New Phytol
114:93–98

Slankis V (1948a) Verschiedene Zuckerarten als Kohlehydratquelle für isolierte Wurzeln
von Pinus silvestris. Physiol Plant 1:278–289

Slankis V (1948b) Einfluß von Exudaten von Boletus variegatus auf die dichotomische
Verzweigung isolierter Kiefernwurzeln. Physiol Plant 1:390–400

Smith SE, Read DJ (1997) Mycorrhizal symbiosis. Academic Press, San Diego
Smith JE, Johnson KA, Cázares (1998) Vesicular mycorrhizal colonization of seedlings of

Pinaceae and Betulaceae after inoculation with Glomus intraradices. Mycorrhiza 7:279–
285

Söderström B, Johansson T, Le Quéré A, Wright D, Ahrén D, Tunlid A (2003) The Paxillus
involutus/Betula pendula symbiosis: gene expression in ectomycorrhizal root tissue. In:
Proc 4th Int Conf Mycorrhizae (ICOM4), Montréal

Tepfer D (1989) Ri T-DNA from Agrobacterium rhizogenes: a source of genes having ap-
plications in rhizoshpere biology and plant development, ecology, and evolution. In:
Kosuge T, Nestor EW (eds) Plant-microbe interactions. McGraw-Hill, New York, pp
294–342

Thomson BD, Malajczuk N, Grove TS, Hardy GE St J (1993) Improving the colonization of
ectomycorrhizal fungal cultures by association with a host plant and re-isolation. Mycol
Res 97:839–844

Tonkin CM, Malajczuk N, McComb JA (1989) Ectomycorrhizal formation by micropropa-
gated clones of Eucalyptus marginata inoculated with isolates of Pisolithus tinctorius.
New Phytol 111:209–214

Trappe JM (1967) Pure culture synthesis of Douglas-fir mycorrhizae with species of Hebe-
loma, Suillus, Rhizopogon and Astraeus. For Sci 13:121–130

Ulrich JM (1960) Auxin production by mycorrhizal fungi. Physiol Plant 13:429–443
Ulrich JM (1962) Cultural requirements for growth of excised ponderosa pine roots. Physiol

Plant 15:59–71
Ventura Y, Mills D, Bustan A, Kagan-Zur V, Roth-Bejerano N (2003) Effects of sugars on in

vitro growth of Cistus incanus hairy roots and of Tuber melanosporum mycelium. In:
Proc 4th Int Conf Mycorrhizae (ICOM4), Montréal



252 A.P. Coughlan and Y. Piché

Wenkart S, Roth-Bejerano N, Mills D, Kagan-Zur V (2001) Mycorrhizal associations between
Tuber melanosporum mycelia and transformed roots of Cistus incanus. Plant Cell Rep
20:369–373

Wong KKY, Fortin JA (1989) A Petri dish technique for the aseptic synthesis of ectomycor-
rhizae. Can J Bot 67:1713–1716

Zaretzky M, Sitrit Y, Mills D, Kagan-Zur V, Roth-Bejerano N (2003) Gene expression dur-
ing establishment of mycorrhizal associations between Cistus hairy roots and Terfezia
boudieri isolates. In: Proc 4th Int Conf Mycorrhizae (ICOM4), Montréal



14 Cultivation
of Edible Ectomycorrhizal Fungi
by in Vitro Mycorrhizal Synthesis
Giovanna Maria Giomaro1, Davide Sisti1,

Alessandra Zambonelli2

1
Introduction

A significant proportion of ectomycorrhizal fungal species form edible
fruiting bodies, and several of these species are important commercially.
The most highly regarded ectomycorrhizal fungi include truffles, in par-
ticular, the Italian white truffle (Tuber magnatum Pico) and Périgord black
truffle (Tuber melanosporum Vittad.), chanterelle (Cantharellus cibarius
Fr.), porcini (Boletus edulis Bull.: Fr. sensu latu), and matsutake [Tricholoma
matsutake (S. Ito et Imai) Sing.]. Though generally not as highly regarded,
species such as the saffron milk cap [Lactarius deliciosus (L.: Fr.) S.F. Gray],
Caesar’s mushroom [Amanita caesarea (Scop.:Fr.) Pers.], burgundy truf-
fle (Tuber uncinatum Chatin), bianchetto truffle (Tuber borchii Vittad.)
and shoro [Rhizopogon rubescens (Tul.) Tul.] are also popular in some
countries.

Very high prices are paid for the truffles. For example, in 2003, a year in
which harvest was poor, the prized Italian white truffle (T. magnatum) sold
for US$ 2,200–4,600/kg (http://www.tuber.it/pagine/comuni/borsa.php),
while the Périgord black truffle retailed for US$ 900–2,000/kg and the
bianchetto truffle, generally modestly priced, for US$ 300/kg (http://www.
Acqualagna.info/). Matsutake is also very highly regarded, and grade 1 can
retail for US$ 1,250/kg or more (Martinez-Carrera et al. 2002). Despite these
high prices, over the past few decades, there has been a steady upward trend
in the price paid for these fungi, due to a general decline in production
(Hall et al. 2003a).

Numerous factors have led to this steady decline in production, inclu-
ding deforestation, the introduction of exotic forest species that are not
symbiotic with edible mycorrhizal mushrooms, poor forest management
and indiscriminate harvesting of fruiting bodies. Other factors, such as
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global climate change, pollution and acid rain, may also contribute to this
progressive decrease in production.

The dramatic decline in the production of edible mycorrhizal mush-
rooms, together with an increase in demand for high-priced foods in
industrialized countries, has resulted in increased interest in their culti-
vation – a difficult task because ectomycorrhizal fungi depend on their
host plants for much of their nutrition. In an ectomycorrhizal relationship,
the fungus fosters the growth of the tree by helping with the uptake of
essential elements and the plant, in turn, provides the fungus with carbo-
hydrates. In order to cultivate an ectomycorrhizal fungus, it is therefore
not enough to simply grow the mycelium on a suitable culture substrate, as
is the case with cultivated saprophytic fungi, but instead the mycelium of
ectomycorrhizal edible mushrooms must be grown together with a suitable
plant host, under optimal conditions, to first establish the symbiosis and
then encourage the production of the mushrooms. This whole process is
so difficult that the cultivation of most edible ectomycorrhizal mushrooms,
such as Tuber magnatum (Hall et al. 1998b; Tibiletti and Zambonelli 1999),
Tricholoma matsutake (Wang and Hall 2004) and Boletus edulis (Hall et al.
1998a), has never been achieved.

The aim of this chapter is to illustrate the current state of the art of edible
mushroom cultivation, with particular focus on in vitro ectomycorrhizal
synthesis techniques used with the Tuber species, a field in which Italian
and French research teams have been working for roughly the past 30 years.

2
Methods for Synthesizing Ectomycorrhizas

Modern methods to culture ectomycorrhizal mushrooms first require the
production of mycorrhizal plants under semi-sterile or totally sterile con-
ditions. The colonized plants are then transplanted into areas where the soil
and climate suit the growth of both the plant and the fungus. Seedlings, cut-
tings and micropropagated plantlets can be inoculated by spores, infected
roots (mother-plant technique), or mycelial pure cultures to produce my-
corrhizal plants.

Seedlings of Quercus spp., Pinus spp., Corylus avellana L. and Corylus
colurna L., Ostrya carpinifolia Scop. and other ectomycorrhizal plants have
been used extensively for the commercial production of infected plants.
Cuttings have been used for species whose seeds are difficult to germinate,
such as Populus spp., Salix spp. and Tilia spp. (Zambonelli and Di Munno
1992; Chevalier andFrochot 1997) and, recently, theuseofmicropropagated
plants has been introduced, mainly for research purposes (Sisti et al. 1998;
Chevalier 2001).
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2.1
Sporal Inoculum

Spores are the preferred inoculum for the colonization of forest tree trans-
plants with Pisolithus tinctorius, Rhizopogon luteolus and Rhizopogon vini-
color (Garbaye 1991). This method has also been the mainstay for pro-
ducing Tuber spp. colonized plants for the past 30 years in Italy, France
and New Zealand (Fontana 1967; Chevalier et al. 1973; Mannozzi Torini
1976; Bencivenga 1982; Tibiletti and Zambonelli 1999; Chevalier 2001; Hall
et al. 2003b). However, those details of this method ensuring success, such
as the amount and treatment of sporal inoculum, potting mix and green-
house conditions remain trade secrets (Hall et al. 2003b). This inocula-
tion method can be applied to most of the prized Tuber species, such
as T. melanosporum, T. aestivum and T. borchii, but not to T. magnatum
because of difficulties with the germination of its spores (Gregori 2002).
Although sporal inocula have also been used for T. matsutake and some
other edible ectomycorrhizal mushrooms, they have not proved successful.
Sporal inoculation techniques are unlikely to be used for mycorrhizal syn-
thesis in vitro because the inoculum invariably contains other fungi and
bacteria which may inhibit the development of the ectomycorrhizal fungal
mycelia in vitro (Bedini et al. 1999; Barbieri et al. 2004, unpubl. data).

2.2
Mother-Plant Technique

This inoculation technique exploits the mycelium’s capacity to propagate
from an already colonized root to another root, thus spreading the my-
corrhizal colonization. A mother plant, already colonized, is planted in the
middle of a large container and then surrounded by other plantlets, ob-
tainedby seedgermination, scionor invitromicropropagation (Zuccherelli
1990). Alternatively, parts of the mycorrhized roots of the mother plant are
collected and placed in contact with the roots of sterile plants (Chevalier
and Grente 1973). This method is widely used for the production of plants
colonized with Tuber spp.

This technique is cheaper than the sporal inoculation method since
fruiting bodies do not need to be purchased. Moreover, it has been used
extensively in the production of T. magnatum colonized plants, which
are difficult to obtain using the sporal inoculation method. However, this
method carries a high risk of spreading contaminating and possibly very
competitive ectomycorrhizal fungi. Even though growers usually control
the mother plants or the root sections to be used as inocula, some con-
taminated roots may escape detection. Indeed, some contaminating fungi,
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such as Sphaerosporella brunnea (A. & S. ex Fr.) Svrcek & Kubicka (Ami-
cucci et al. 2000), which are often found on plantlets grown in greenhouses,
are difficult to distinguish from the desired fungus using morphological
methods. It is even more difficult to distinguish among the mycorrhizas
produced by different species of truffles using morphological methods, in
particular the white and whitish truffles – T. magnatum, Tuber macula-
tum Vittad., Tuber dryophilum Tul. & Tul. and Tuber puberulum Berk. and
Broome (Zambonelli et al. 2000). While there are now highly developed
molecular identification methods that allow unequivocal identification of
the symbiotic fungus (Amicucci et al. 2002), these methods are still very
expensive and thus impractical for large-scale quality control of mother
plants.

Fig.1. 1a Fungal propagation: sources of mycelial culture: fruit body, spores, mycorrhizas,
1b Petri plate mycelial culture after biomolecular identification, 1c liquid mycelial culture.
2a Plant propagation: breaking dormancy bud phase, 2b in vitro plant regeneration, 2c mi-
cropropagation phase, 2d rooting phase. 3a Mycorrhizal synthesis: culture tube with inocu-
lated plant, 3b mycorrhization using mother-plant method (∗), 3c in vitro ectomycorrhiza,
3d ectomycorrhiza cross section
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In order to avoid contamination, the mother-plant technique could be
applied on a larger scale by using colonized mother plants obtained in
vitro by mycelial inoculation. In our laboratories, we produce in vitro
colonized plantlets of T. borchii and T. brumale using this method (Fig. 1). It
guarantees excellent results, thanks to the high infectivity of the mycelium,
already in the symbiotic stage.

2.3
Mycelial Inoculation

For more than 30 years, numerous research teams have tried to isolate the
mycelia of edible ectomycorrhizal species in an attempt to avoid the prob-
lems and limitations associated with the production of colonized plantlets
using the above methods. Currently, the mycelia of many prized species can
be cultivated in vitro and, thanks to molecular methods, their identity can
be verified, thus avoiding the misidentification problems experienced in the
past (Danell 1994; Mello et al. 2001; Amicucci et al. 2002; Guerin-Laguette
et al. 2002). The mycelia of ectomycorrhizal fungi can be obtained from
spores, sections of tissue from fruiting bodies, or mycorrhizas (Chevalier
1973).

2.3.1
Spores

Obtaining mycelia from spores is extremely complicated because of dif-
ficulties related to the germination of dormant spores. The percentage of
spore germination in C. cibarius modified Fries medium (MFM) with the
addition of activated charcoal was only 0.04%, and the spores of C. tubae-
formis germinated only after 10 months (Danell 1994). Difficulties with the
germination of T. matsutake spores have also been reported (Wang and
Hall 2004). Although the germination of Tuber spores has been reported in
the past by several authors (Sappa 1940; Guiochon 1959; Grente et al. 1972),
unfortunately such reports seem to constitute isolated cases. In fact, these
studies did not rigorously establish the conditions for germination and, at
that time, researchers did not have the technical means to unambiguously
identify the mycelia that were obtained.

2.3.2
Glebal Tissue

Numerous problems are also associated with obtaining mycelia starting
from glebal tissue because the fruiting bodies generally contain a consider-
able microbial population, including several species of bacteria. Whereas
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B. edulis sporocarps often appeared to be free of bacteria, the aerobic bac-
terial population in C. cibarius varied from 0.3 to 7.106 CFU/g (colony
forming units per gram; Danell 1994), with 78% of the total weight con-
sisting of fluorescent Pseudomonas bacteria. Likewise, in T. borchii, about
300 different Pseudomonas, mainly P. fluorescens, P. corrugata and P. to-
laasii, were isolated (Bedini et al. 1999). These bacteria have a significant
role, because they can alter the growth and morphological characteris-
tics of the mycelium in pure culture (Sbrana et al. 2000), and stimulate
mycorrhizal colonization (Founoune et al. 2002). Gazzanelli et al. (1999)
found 106CFU/g bacteria inside the fruiting bodies, which was consider-
ably higher than bacterial levels in the surrounding soil. Barbieri et al.
(2001) characterized the bacteria associated with the fruiting bodies of
T. borchii using molecular methods and, in addition to Pseudomonas spp.,
found bacteria belonging to the Bacillus subtilis group, B. cereus group and
Paenibacillus spp. Furthermore, an uncultivable bacterium, belonging to
the Cytophaga–Flexibacter–Bacteroides complex, with 6–10 bacterial cells
for every fungal hyphal compartment, was associated with the mycelium
in the pure culture of five T. borchii isolates (Barbieri et al. 2002). This bac-
terium was also found in Tuber aestivum Vittad. (Mello et al. 2002; Minerdi
et al. 2002).

Another problem that needs to be overcome during the isolation of
mycelia is a growth lag that ranges from a minimum of 8 days to about
1 month for Tuber spp., and from 17 to 53 days for C. cibarius (Cheva-
lier 1972; Danell 1994). Unfortunately, some isolates, particularly those
of Tuber spp., fail to grow after the first subculture (Iotti et al. 2002).
This is probably because during subculturing and before the regenerating
mycelium is adapted to a saprophytic existence, it is detached from the
original inoculum providing essential nutrients. This is most pronounced
with cultures of T. magnatum derived from sections of glebal tissue, which
fail to grow after the first subculturing (Zambonelli and Sisti, unpubl.
data).

2.3.3
Mycorrhizas

The main problems associated with isolating mycelia from mycorrhizas are
ensuring that the mycorrhizas are free of contaminants, and then identify-
ing the isolated fungal species using morphological methods. In the past,
the latter problem led to the isolation of contaminants instead of the de-
sired species – a problem discovered only after the application of molecular
identification techniques (Mello et al. 2001).
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2.4
Culture Media

A wide range of media have been used for the cultivation of ectomycor-
rhizal fungi. The most frequently used media for T. matsutake have been
the modified Melin-Norkrans (MMN, Marx 1969; Molina and Palmer 1982;
Heinonem-TanskiandHolopainen1991),potato-dextrose-agar (PDA;Gong
et al. 1999), Hamada (Ogawa 1978) and Oyama (Yamada et al. 1999). Iso-
lated matsutake mycelia exhibit features common to many ectomycorrhizal
fungi, in that once isolated, it is possible to grow the mycelium on a range
of media, albeit at variable rates. Interestingly, Ogawa and Kawai (1976)
obtained a better growth of T. matsutake after adding a filtrate of needles
and roots of Pinus densiflora, the typical host plant. T. matsutake mycelium
culture submerged in a bio-fermenter grew at a faster rate than cultures in
a dish or flask (Kawagoe et al. 1999).

Modess agar medium (Modess 1941), used by Chevalier (1972) for the
propagation of T. brumale, T. melanosporum, Tuber mesentericum Vittad.,
Tuber rufum Pico and T. uncinatum, was subsequently employed by Bon-
fante and Fontana (1973) in their study of the nutrition of the mycelium
of T. melanosporum. Other media used for Tuber include Melin’s for Tu-
ber brumale (Melin 1922; Chevalier 1973), Moser’s (Palenzona et al. 1972)
for T. brumale, T. melanosporum and T. rufum, MS modified medium
(Murashige and Skoog 1962) and MMN medium for Tuber borchii (Sisti
et al. 1998; Giomaro et al. 2000), woody plant modified medium (WPMm;
Lloyd and McCown 1980) for T. maculatum, T. rufum, T. melanosporum,
T. aestivum, T. brumale and Tuber macrosporum Vittad. (Iotti et al. 2002),
and PDA for T. brumale and T. borchii (Giomaro et al. 2002). PDA, MMN
and malt agar have been used for C. cibarius, although Danell’s (1994) use
of MS medium with the addition of 0.05% activated charcoal achieved the
best results for isolating mycelia from fruiting bodies, and MFM for stock
cultures. Iotti et al. (unpubl. data) were also successful isolating B. edulis
mycelium with several different media. The optimum pH for the growth
of most ectomycorrhizal fungi is between 3.0 and 7.0 (Marx 1973; Ogawa
1978), although species of Tuber grow better at higher pH, which is consis-
tent with their ecological requirements (Zambonelli and Di Munno 1992;
Hall et al. 2003a). However, the rate of growth of isolated edible mycor-
rhizal fungi varies according to the species, isolates and medium employed
(Giomaro et al. 2000).
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2.5
Mycorrhizal Synthesis In Vitro

Numerous in vitro mycorrhizal synthesis methods have been developed
and are described in detail by Peterson and Chakravarty (1991), a few
of these having been used for edible ectomycorrhizal mushrooms. A sys-
tem similar to Molina’s (1979) test tube technique has been developed for
the ectomycorrhizal synthesis of T. borchii with Tilia platyphyllos Scop.
(Sisti et al. 1998), Populus and Cistus (Zambonelli et al. 2002), and Quer-
cus (Giomaro et al. 2002; Fig. 1). The method involves raising plantlets in
a medium with a low concentration of auxin (0.2 mg/l of NAA) to allow the
differentiation of roots with multiple secondary roots of limited growth.
The mycelium of T. borchii is propagated in a Petri plate on PDA and, after
about 30 days, mycelial plugs are taken from the edge of the actively grow-
ing fungal colony and cultivated in MMN liquid medium. The mycorrhizal
synthesis is performed in vermiculite moistened with MS/2 liquid medium
at pH 6.3. The volume of MS/2 medium is critical – the medium must be
sufficiently wet, but without any residual liquid at the bottom of the cul-
ture tube, so that the substrate is adequately aerated. In the early stages,
the mycelium colonizes the substrate, the first mycorrhizas not differenti-
ating until after about 3 months. Some T. borchii isolates grow uniformly
throughout the substrate, while others are thicker around the root tips, with
full mycorrhizal formation taking about 4 months (Giomaro et al. 2000).
The mycorrhizas have a mantle, Hartig net and well-differentiated cystidia,
and are morphologically similar to mycorrhizas found in the field (Figs. 2
and 3). A slightly modified version of this system was successfully used for
the in vitro mycorrhization of three isolates of B. edulis with Betula pendula
Roth and Pinus radiata (Wang et al. 1998), and L. deliciosus with P. radiata
(Wang et al. 2002). Using faster systems of mycorrhizal synthesis, such as

Fig.2. In vitro mycorrhizas of
Tuber borchii on Tilia platyphyl-
los under the stereomicroscope.
A compact mantle covers the
colonized roots, and abundant
cystidia are present on the man-
tle surface. Bar 200 µm
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Fig.3. Cross section of a mycor-
rhiza of T. borchii on T. platyphyl-
los under the light microscope.
Bar 10 µm. (Photograph cour-
tesy of Paola Bonfante)

paper sandwich techniques (Chilvers et al. 1986), only the beginning of
intercellular penetration is achieved and a well-differentiated mantle is not
formed (Menotta et al., unpubl. data).

The in vitro formation of mycorrhizas of C. cibarius was obtained by
Danell (1994) using a culture unit system (CUS) where 10 ml of the 5-l
nutrient solution (Ingestad mineral solution) supplemented with glucose
was replaced every 90 min. The C02 concentration in the culture vessel was
also raised to 0.2%. This system led to the formation of mycorrhizas after
8 weeks, and they were fully developed after 10–12 weeks. Moore et al.
(1989) obtained mycorrhizas in 4–5 months in Erlenmeyer flasks, but these
were not fully developed.

Recently, a root organ culture system using transformed roots of Cistus
incanus L. has been used to obtain mycorrhizal association with Tuber
melanosporum mycelia (Roth-Bejerano et al. 2001; Wenkart et al. 2001;
Coughlan and Piché 2004, see Chap. 13) and with T. borchii (Bonfante, pers.
comm.).

3
In Vitro Results to Date

Most of the in vitro mycorrhization techniques applied to edible mush-
rooms have been developed to obtain mycorrhizal plantlets, which are then
planted to produce fruiting bodies. Plantlets colonized with Cantharellus
have produced fruiting bodies in the greenhouse (Danell and Camacho
1997). In New Zealand, the first Pinus radiata D. Don plantlets colonized
with L. deliciosus mycelia in pure culture produced commercially viable
fruiting bodies less than 2 years after planting (Wang et al. 2002). Although
plants colonized with porcini and T. matsutake have been obtained, these
have yet to lead to commercial production (Hall et al. 2003b).
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Tuber colonized plants are still produced commercially using sporal
inocula, even though mycelia of several Tuber spp. (Iotti et al. 2002) have
been obtained in pure culture and in vitro ectomycorrhizal synthesis was
extensively used only for research purposes, specifically, to gain insights
into early colonization events and elicitation of biochemical responses by
ectomycorrhizal fungi.The techniquehas shown, for example, thatdifferent
isolates of T. borchii produce varying degrees of colonization and have
varying morphological characteristics, whereas the colour, shape and type
of ramificationof themycorrhizaandcystidia are species-specific (Giomaro
et al. 2002). Furthermore, some cytological characteristics of the cells of
the fungal mantle (degree of vacuolization, the greater axis and the chrome
affinity) are also isolate-specific and correlated with the development of
the plantlets in vitro, which in turn depends on the efficiency of the fungal
isolate (Sisti et al. 2003). The host plant can also lead to variations in the
morphological characteristics of the mycorrhizas. Indeed, the mycorrhizas
of T. brumale on Quercus pubescens Willd. are darker and shorter with a less
lobed micoclena than mycorrhizas on Tilia americana L. Ultimately, it is
hoped that this method will be employed to elucidate the genetic control of
mycorrhizal formation.

It is well known that for ectomycorrhizal symbiosis to take place, the
plant and the fungus must exchange signals in order to recognize one
another (Tagu et al. 2002). Menotta et al. (2004), using the in vitro Tu-
ber borchii–Tilia platyphyllos mycorrhizal system, detected 29 molecules
formed specifically when the two organisms interact with each other (with-
out actually coming into contact). In particular, a brassinosteroid was
detected. This kind of phytohormone causes cell elongation, xylem dif-
ferentiation, and enhances resistance to stress. Other molecules, such as
benzothiazole, p-isopropylbenzaldehyde, beta-pinene and germacrene D,
may play a role in the biochemical mechanisms of signal transduction in
these systems. The Tilia platyphyllos–Tuber borchii model has also been
used in order to identify genes induced or up-regulated during symbio-
sis, since their isolation is a prerequisite for understanding the molecu-
lar bases of mycorrhizal development and regulation. The results show
that many genes – more plant genes than fungal genes – are expressed
at higher levels during the symbiotic phase (Polidori et al. 2002). More-
over, fungal biomass and transcript levels in T. platyphyllos–T. borchii
ectomycorrhizas were estimated and a decrease in fungal biomass, tran-
script and protein levels during ectomycorrhizal development was found
(Zeppa et al. 2000). Based on this mycorrhizal model, the role of T. borchii
in nitrate assimilation by ectomycorrhizas was investigated by Guescini
et al. (2003). Amino acid determination by HPLC showed higher levels
of glutamate, glutamine and asparagine in symbiotic tissues compared
with mycelial controls, suggesting that these amino acids may be the
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compounds serving to transfer nitrogen to the host plant (Guescini et al.
2003).

4
Conclusion

In vitro mycorrhization provides a study model in which all the biotic
and abiotic variables influencing the colonization process are controlled,
thus allowing us to broaden our genetic and physiological understanding
of mycorrhizal symbiosis with no interference from extraneous factors.
For example, we can compare different genotypes in order to obtain the
best combination of host plants and symbiont fungi. Furthermore, if we
modify the system and make it more complex, additional variables can
be introduced, and the effects of single biotic and abiotic variables or of
a combination of these variables on the formation of the mycorrhizas can
be assessed. It will therefore be possible to study and clarify the role of sev-
eral nutrients, the reaction of the substrate, temperature, humidity, light,
etc., in the formation of symbiosis. It will also be possible to clarify the
role of bacteria and other micro-organisms usually found in the mycor-
rhizosphere in the field. These new insights will provide researchers with
useful data to overcome the problems associated with edible ectomycor-
rhizal mushrooms (e.g. T. magnatum), which are difficult to cultivate but
also the most interesting mushrooms from a commercial standpoint.

In vitro inoculation might also be used for the commercial production
of contaminant-free edible fungi colonized plants. Clonal plantlets could
be utilized for the selection of “plus plantlets” (Chevalier 2001; Olivier et al.
2001), i.e. plants that are more susceptible to mycorrhizal infection, able
to maintain mycorrhizas in the field, and characterized by an early and
abundant production of fruiting bodies.

The use of mycelial pure cultures as inocula might allow us to select
fungal strains that are better adapted to a particular combination of soil,
climate and host plants.
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15 Geosiphonpyriformis–aGlomeromycotan
Soil Fungus Forming Endosymbiosis
with Cyanobacteria
Arthur Schüßler1, Elke Wolf1

1
Introduction

The Geosiphon symbiosis is the only known fungal endosymbiosis with
cyanobacteria and has recently attracted attention because the fungal sym-
biosispartnerphylogeneticallybelongs to thearbuscularmycorrhizal (AM)
fungi. This discovery also led to a project resulting in the new taxonomy
for these fungi (the Glomeromycota).

The Geosiphon symbiosis with cyanobacteria broadens the spectrum of
glomeromycotan symbiosis partners beyond that of vascular plants and
bryophytes, and raises interesting questions about the origin of the AM.
Moreover, the Geosiphon symbiosis also can serve as a model system for
AM. This chapter will describe some of these aspects, e.g. regarding partner
recognition, nutrient exchange and evolution of the AM symbiosis, and the
culture systems we use.

2
Development and Structure of the Symbiotic Consortium

2.1
Structure of the Mature Symbiosis

The Geosiphon symbiosis is formed at the surface of damp, nutrient-poor
soils. The symbiotic ‘organ’, the ‘Geosiphon bladder’, is a large, multinu-
cleated fungal vesicle which is coenocytic with the mycelium and which
can be more than 2 mm long (Figs. 1–11). The bladders are under turgor
pressure of about 0.6 MPa (Schüßler et al. 1995) and can live for more
than 6 months. Inside the bladder, the cyanobacteria (Nostoc punctiforme)
cells are located peripherally within a single, cup-shaped compartment,
the symbiosome. Its membrane is derived from the plasma membrane by
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Fig.1.� 1–11 Positive influence of charcoal on Geosiphon symbiosis formation. Bladders are
nearly exclusively formed where charcoal is scattered onto the substrate.1 Culture on coarse,
quartz sand. 2 Culture on fine, white quartz sand. 3 Culture on 2% agar (arrowheads indicate
young bladders). 4 View from the top onto two cultures on fine, white quartz sand (without
charcoal layer), only a part of the culture vessels is shown. Nostoc growth is much lower
(after 12 weeks) in medium with 5 µM phosphate (right) compared to 1 mM phosphate
(left). 5 A typical Geosiphon habitat in the Spessart Mountains. 6 Schemes comparing the
symbiotic interfaces of the Geosiphon and AM symbioses. 7 Spores formed in coarse quartz
sand culture. In contrast to culture on fine substrates where spores are regularly round,
spores formed in the coarse substrate can be irregularly shaped (arrows), showing the
potential influence of the substrate on spore morphology. 8 Two Geosiphon bladders with
newly formedhyphae.At the tipsnewyoungbladdersdevelop (arrows).Left inset One-week-
old bladder. Right inset Endosymbiotic Nostoc arranged at the periphery of the bladders; the
light green cells are heterocysts. 9 Early stages of recognition (arrowheads). Upon contact
with a Nostoc primordium, the fungus forms several ‘projections’, eventually engulfing the
Nostoc cells. 10 Incorporation of a Nostoc primorium. Confocal laser scanning microscopy
(CLSM); excitation 488 nm, maximum projection (23 optical sections) through 9.5 µm.
Green indicates ConA-Alexa488 fluorescence (detection: 505–550 nm; stains mannose), red
indicates Nostoc pigment autofluorescence (detection: 620–730 nm). Pictures were taken 27
(left), 41 (centre) and 60 h (right) after start of green light illumination (see text). The Nostoc
cells deform and bleach during incorporation (arrow). 11 CLSM of a very young Geosiphon
bladder. Maximum projection (11 optical sections) through 5.5 µm in the middle part of
the bladder. Simultaneous 2-photon (780 nm) and 1-photon (488 + 568 nm) excitation.
Detection: blue (405–480 nm) = Calcofluor White (stains chitin), green (515–560 nm) =
ConA-Alexa488 (stains mannose), red (600–775 nm) = Nostoc pigment autofluorescence.
The endosymbionts begin to recover. The EPS of free-living Nostoc as well as the surface of
the hyphae contain mannose. From a part of the hypha, cytoplasm was retracted and septae
were formed

invagination (see 2.2, Figs. 9–11, and retains the capability to synthesize
chitin. This is interesting in the context that the fungus belongs to the
Glomeromycota (see Sect. 6.1), and the symbiotic interface is similar in
structure and function to that formed in AM fungi (Fig. 6: Schüßler et al.
1996). The endosymbionts are located mainly in the apical three-fourths of
the bladder, while the basal part acts as a storage region, containing many
lipid droplets. The Geosiphon bladders, hyphae and spores contain another
endosymbiont, the ‘bacteria-like organisms’ (BLOs), which are bacteria of
unknown phylogenetic affiliation with an ultrastructure identical to those
frequently found in AM fungi (for a review, see Schüßler and Kluge 2001).
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2.2
Specificity of Partner Recognition and Development
of the Symbiosis

The Geosiphon symbiosis establishment was first studied by Knapp (1933),
who already documented the incorporation of cyanobacteria into hyphal
tips (see also Mollenhauer et al. 1996; Mollenhauer and Mollenhauer 1997).
The signals leading to the interaction between the symbionts are unknown,
although there is progress towards their elucidation (see Sect. 7.1). Free-
living Nostoc undergoes a characteristic life cycle (for a review, see Rai
et al. 2000). Only a particular stage (the early primordium, following the
hormogonium stage) is recognized by the fungus, and the heterocysts
are ‘cut off’ when the Nostoc filament is ingested, indicating that specific
signal perceptionsmust exist. Since Nostoc changes its surface carbohydrate
composition during its life cycle, extracellular glycoconjugates could be
involved (Schüßler et al. 1997).

After contacting Nostoc, the hyphal tip forms an irregular structure
(Fig. 9), enclosing the cyanobacteria (Figs. 10, 11). The engulfed cells lose
pigmentation and are deformed during the incorporation. Some of the
Nostoc cells do not survive this process. After a week, the young bladders
expand to ∼ 100 µm (Fig. 8) and, at least under phosphate limitation (see
Sect. 4.1), the recovered endosymbiotic Nostoc cells divide faster and are
larger than their free-living relatives.

3
Ecology and Distribution of the Geosiphon Symbiosis

3.1
Ecology of the Geosiphon Symbiosis

Experience with the Geosiphon symbiosis in nature and our culture at-
tempts indicate that it is established only on soils poor in phosphate. Eu-
trophication of the ecosystem results in the disappearance of the symbiosis
(Mollenhauer, pers. comm.). At present, this symbiosis is known only from
one locality in the Spessart Mountains (Figs. 5, 12; see Sect. 3.2), char-
acterized as follows (Mollenhauer 1992): altitude ∼ 300 m, low mountain
range; Triassic ‘coloured sandstone’, mainly silicate and iron compounds,
brown earth; soft water; natural vegetation beach wood on acid soil, mostly
replaced by grassland and winter grain; annual mean temperature ∼ 7 ◦C;
annual mean precipitation ∼ 1000 mm. The soil is loamy or silty, pH 4–6,
and nutrient-deficient. The Geosiphon symbiosis needs damp habitats. This
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may be the reason for its appearance mainly in spring and autumn. It also
can be found under fresh snow cover and, from data on growth chamber
breakdown,weknowthat it survives frost (about−3 ◦C) for at least 2–3days.

The stands are usually small, occupying only some square centimetres
at the edges of clods to a few square metres, and can most reliably be found
by looking for some plants with which the fungus is always associated,
namely the hornwort Anthoceros, the liverwort Blasia, the moss Dicranella
and some small vascular plants. In nutrient solution, the germination of
the spores (Schüßler et al. 1994) and hyphal outgrowth from the bladders
(Mollenhauer 1992) are stimulated by exudates from mosses (Funaria,
Dicranella).

3.2
Reports and Distribution of the Geosiphon Symbiosis

Including the presently known stands, only six natural habitats of the
Geosiphon symbiosis have been reported, which are (for references, see
Schüßler 2002):

1. Nordhausen (Thüringen, Germany): in October and November be-
tween 1841 and 1849, Kützing found an ‘alga’ in loamy fields and
along the banks of the River Salza which he described as Botrydium
pyriforme. From herbarium material (Rijksherbarium Leiden), it is
clear that this ‘alga’ represents the Geosiphon symbiosis (Mollenhauer
1992).

2. Kremsmünster (Oberösterreich, Austria): in November 1913 and au-
tumn 1914, von Wettstein found the symbiosis, mainly on the edges of
clods in cabbage fields, until the first snowfalls. He was able to culture
it for ∼ 6 months in glass beakers on humid field substrate.

3. Göda (Sachsen, Germany): in autumn 1916, the symbiosis was found
byDrudeandSchorler ina loamystubblefield (‘LausitzerGeosiphon’).

4. Göttingen (Niedersachsen, Germany): Knapp (1933) found the Geo-
siphon symbiosis from September to December in loamy fields and
reported that von Wettstein also found it near Göttingen in 1926.

5. Wetter (Hessen, Germany): v. Stosch and Henssen found the symbio-
sis on 16 November 1963 and cultured it for some time on natural
substrate in a north-facing window.

6. Bieber (Hessen, Germany): from 1968 on, Geosiphon has been fre-
quently reported from fields around this small village in the Spessart
Mountains (see Sect. 3.1), presently the only known natural habitat.
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Fig.12. The six locations in Germany and Austria where the Geosiphon symbiosis was
reported (filled dots)

As shown in Fig. 12, these habitats span a region of 400×400 km. Therefore,
the symbiosis seems to be geographically widespread but rarely reported.

3.3
An Ecological Network Between Fungi, Cyanobacteria and Plants?

The bryophytes Anthoceros and Blasia accommodate Nostoc in cavities of
their thalli (Rai et al. 2000), and this Nostoc is also capable of forming
Geosiphon symbiosis (Mollenhauer 1992). Since Geosiphon belongs to the
Glomeromycota, it is conceivable that Geosiphon forms an AM and deliv-
ers nitrogen (fixed by the endosymbionts) to the plants. It is known that
Anthoceros associated with the Geosiphon symbiosis forms an AM with
Glomus claroideum under laboratory conditions (Schüßler 2000), but such
culture attempts failed with Geosiphon. Nevertheless, the hypothesis was
raised that Nostoc, Geosiphon, Anthoceros, Blasia and plant roots might be
linked together in a symbiotic network (Kluge et al. 2002).

Molecular methods based on rDNA sequences have been used to ex-
plore AM fungal diversity and/or to identify the fungi in roots. Several
PCR primers for Geosiphon were designed and tested on samples collected
in the field. Geosiphon DNA could be amplified by nested PCR from plant
roots and Anthoceros (unpubl. data). However, this is not necessarily evi-
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dence for AM formation. In our experience, cleaning the surface of roots
completely from attached hyphae appears to be hardly possible, and erro-
neous detection of DNA from externally attached hyphae cannot be ruled
out. Nevertheless, our primers are highly specific and are presently being
applied to evaluate the occurrence of Geosiphon in nature.

4
Culture Systems for the Geosiphon Symbiosis

4.1
Laboratory Culture Systems

The Geosiphon symbiosis has been cultured in our laboratory since 1994.
The crucial factor for successful cultures seems to be phosphate limita-
tion. We use three different substrates for the cultures, a slightly brownish
‘aquarium quartz sand’, chemically clean fine white quartz sand (Sigma),
or sterilized soil from the natural habitat. The latter is still the most reliable
way to grow the symbiosis, and these cultures usually can be maintained
for 6–12 months. The substrate can be recycled several times. In the sand
system, the symbiosis grows more slowly, but some cultures have been
maintained for several years.

The culture microcosm is composed of a polypropylene flower pot with
filter paper strips (or a roll) running through holes in the bottom (Fig. 13).
For soil cultures, dry soil is sieved through a 2-mm sieve, washed three
times with distilled water, dried, sieved again, and mixed with charcoal
powder (1–2 g kg−1). A layer of coarse sand overlaid by fine sand is filled
into the pot, and the soil added on top. The substrate is soaked with distilled
water from below, and put into the glass beaker containing distilled water.

Fig.13. Culture system for the Geosiphon
symbiosis
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A thin, irregular charcoal layer is scattered on the substrate surface. The
setup is covered with aluminium foil and autoclaved three times at 2-day
intervals. The pot is then covered with a 9-cm Petri plate lid and sealed
with parafilm.

For the quartz sand cultures, the brownish ‘aquarium sand’ is acid-
washed before use. Sand culture pots are soaked with a nutrient-poor
‘Geosiphon medium’ (GM32): 0.1 mM MgSO4, 0.2 mM Ca(NO3)2, 0.1 mM
KCl, 1 µM K2HPO4, 12 µM FeCl3, 12 µM Na2-EDTA, 0.08 µM ZnSO4, 0.9 µM
MnCl2, 16.2 µM H3BO3, 0.04 µM CoCl2, 0.08 µM Na2MoO4, 0.01 µM CuSO4,
0.01 µM NaHSeO3, 0.01 µM NiCl2, 0.01 µM Na3VO4, 0.005 µM K2Cr2O7,
0.5 mM MES, pH 6.0 (KOH-titrated). We currently also add KBr (0.1 µM;
‘GM33’). The sand cultures do not work without a thin charcoal layer
scattered at the surface (Figs. 1, 2 and 3).

To inoculate the cultures, one to several clusters of 10–20 Geosiphon
bladders from an established culture are placed onto the substrate. This
always carries enough free-living cyanobacteria. Alternatively, Geosiphon
spores isolated from cultures under sterile conditions are put on the sur-
face, slightly covered with substrate, and a few 1-mm pieces of a Nostoc
thallus are placed nearby. We normally use Nostoc punctiforme strain 1:1-
26 (originally isolated from Geosiphon by D. Mollenhauer; =SAG 69.79,
=PCC 9503), which is cultured on BG11 medium solidified with 2% agar
and overlaid with cellophane foil. The spores formed are globose in fine
substrates (Schüßler et al. 1994), but may be ‘deformed’ in coarse sand
(Fig. 7). The cultures are grown at 20 ◦C with a 14-h light/10-h dark rhythm
and illuminated with a photosynthetic photon flux density (PPFD) of 80–
160 µmol m−2 s−1 (fluorescent tubes TDL 58 W/25 CE and L 58 W/77 Fluora).

The procedures above work well, but we sometimes modify details.
e.g. some cultures may grow better when the pot in the beaker has direct
contactwith thewater. However, by using thefilter paper ‘bridges’, moisture
conditions are more stable and culture success more predictable. Cultures
on soil are possible, but less reliable, without the addition of charcoal.
Some lots of the natural substrate lead to excessive growth of Nostoc. This
might be due to higher phosphate content or accessibility (see Fig. 4), e.g.
because of a higher pH. The substrate may be buffered to a pH of 5–6 but,
when using organic buffers, this can have unforeseen effects on nutrient
availability. Our methods can therefore probably be refined.

4.2
Culture Systems for Microscopic Investigations

Microscopic observations are made by inverted microscopy of liquid cul-
tures (Fig. 14). Petri plates (35 mm) with holes in the lid and base are closed
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Fig.14. The microscopic culture system for the Geosiphon symbiosis

by cover slips glued with nontoxic aquarium silicone. A culture plate insert
(Millicell CM, Millipore) with a 0.4-µm pore size membrane (Biopore) is
placed inside the Petri plate. The small spacers at the bottom of the in-
serts are removed to provide a closer space in between the coverslip and
membrane.

Geosiphon bladders and ∼ 1-mm pieces of a Nostoc thallus, washed two
to three times in distilled water, are transferred into liquid medium on the
bottom coverslip before the filter is inserted and more medium added (we
add up to 3 ml in total). A limited vertical space (< 1 mm) increases the den-
sity of hyphae, which can be observed microscopically, in particular with
higher-magnification lenses. The system prevents damage by liquid move-
ment and has excellent optical properties, since the membrane becomes
transparent when wet. It allows gentle medium exchange (the organisms
stay in the small undisturbed volume below the membrane) and addition
or removal of dyes or inhibitors. The symbiosis can be grown in such
chambers for several weeks, before it starts to degenerate.

4.3
Synchronization of the Nostoc Life Cycle

Investigations of the partner recognition and the development of the sym-
biosis require a method to synchronize the developmental cycle of the
cyanobacteria to stimulate the symbiosis-compatible Nostoc stage. Syn-
chronization is achieved by illumination (PPFD of 20 µmol m−2 s−1) with
different light qualities, which are obtained with coloured foils transmit-
ting ∼ 490—550 nm (‘green light’) and > 600 nm (‘red light’). Geosiphon
bladders excised from all hyphae and small pieces of Nostoc are transferred
into culture chambers and illuminated with red light for 30–36 h, resulting
in the differentiation of motile hormogonia (Damerval et al. 1991; Schüßler
et al. 1997), which spread over the coverslip. Simultaneously, new hyphae
grow from the bladders. Illumination is then switched to permanent green
light, inducing the differentiation to primordia and the remaining life-cycle
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stages. This method allows the study of the symbiosis-compatible Nostoc
stages, partner recognition, incorporation of cyanobacteria, and develop-
ment of the symbiosis. If more growing hyphae are needed, Geosiphon
bladders can be pre-germinated in green light (inhibiting hormogonia for-
mation) before adding Nostoc.

5
Metabolic Aspects of the Symbiosis

5.1
C and N Metabolism

14C tracer studies showed that the Geosiphon bladders fix CO2 (Kluge et al.
1991). After short incubation (1 min) in light, mainly phosphate esters
were labelled. After 30 min in light, the pattern changed in favour of sugars
(∼ 23%, including some trehalose and raffinose), amino acids (20%, more
then half being alanine) and organic acids (13%, more then half malate);
about 28% of the soluble labelled compounds were still phosphate esters.

In darkness, mainly malate (> 40%), fumarate (9%) and some amino
acids (mainly asparagine and glutamine) were labelled. This indicates
PEPcase-mediated CO2 fixation in the pentose phosphate pathway (PPP),
which was considered to be due to the cyanobacteria (Kluge et al 1991).
However, AM fungi also show PPP activity (Bago et al. 2002), and the BLOs
(see Sect. 7.2) could contribute to the observed CO2 fixation.

For Geosiphon bladders it was shown that only molecules with a radius
< 0.45 nm can pass the cell wall (Schüßler et al. 1995), which is too small
for the effective uptake of glucose but allows permeation of, for example,
phosphate, possibly reflecting natural conditions. 14C glucose was not taken
upormetabolizedbyGeosiphonbladders (Kluge,pers. comm.). It ispossible
that the cell walls of fine hyphae growing into the substrate are much more
permeable, but the extraradical mycelium of AM fungi also does not take
up hexoses (Bago et al. 2002).

The photosynthesis rate of the endosymbionts is roughly double that of
free-living Nostoc, and they also tolerate higher light intensities before pho-
toinhibition occurs (Bilger et al. 1994). The endosymbionts are thus shown
to be photosynthetically very active, and the major role of Nostoc in this
symbiosis is photosynthesis. The photosynthesis products are converted by
the fungus into glycogen and lipids, the latter found in large amounts in the
basal part of the bladders. Unfortunately, information on lipid metabolism
in the Geosiphon symbiosis, central in the AM physiology (cf. Chap. 10), is
still rare.
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The symbiosis is not only C- but also N-autotroph. The capability of
N2 fixation is indicated by growth on nitrogen-free medium, nitrogenase
activity (Kluge et al. 1992), and the occurrence of heterocysts – although
BLOs (see Sect. 7.2) may also contribute to N2 fixation. The Nostoc strain
isolated from Geosiphon can release glutamate when free-living (Strasser
and Falkner 1986), but there is no evidence that this occurs during sym-
biosis. In common with AM, matter exchange between the partners in this
symbiosis is not well understood.

5.2
Uptake and Content of Inorganic Nutrients

Little is known about the element composition of AM fungi, although
they mediate supply of inorganic nutrients, particularly phosphorus, to
most vascular plants. The element composition of Geosiphon bladders and
spores grown on sand cultures with GM32 medium (see Sect. 4.1) was mea-
sured by proton-induced X-ray emission (PIXE), revealing some evidence
of acquisition and storage of inorganic nutrients (Maetz et al. 1999a, b). It
was shown that the fungus accumulates high concentrations of P (∼ 1. 5%;
all values as percent dry weight), whilst in the symbiosome P concentration
was only 0.3%. Most of the P must be stored in the vacuoles (perhaps as
polyphosphate). The same holds true for Cl (∼ 2%) and K (∼ 5%). Inter-
estingly, Cl− seems to play an important role as counter ion, and is also
osmotically relevant.

Microelement measurements revealed that Se is present in low con-
centration (< 1 ppm), close to the limit of detection. Fe and Cu show
lower concentration in the symbiosome compared to the rest of the blad-
der. By contrast, Mn and Ni are present in ∼ 20- and ∼ 5-fold higher
concentrations respectively within the symbiosome. This could be due
to, amongst others, the Mn-protein of photosystem II and prokaryotic
Ni-containing hydrogenases, which play a role in N2 fixation or are cou-
pled to photosynthesis for H2 recycling. In some lichens, urease (a Ni-
containing enzyme) is induced by a decreasing ammonium concentra-
tion (Pérez-Urria et al. 1993), as in many bacteria. Maybe Nostoc re-
acts similarly, due to loss of ammonium to the fungus. Some of these
results could be useful when developing better-defined culture systems,
e.g. Ni and/or Mn limitation could reduce the growth of the free-living
photobiont and lead to conditions better suited for symbiosis establish-
ment.
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5.3
Heavy Metal Uptake and Resistance

AM fungi may be involved in heavy metal tolerance of plants (Hildebrandt
et al. 1999). Some preliminary studies were performed on heavy metal
uptake by Geosiphon, also with respect to future identification of heavy
metal-induced genes (see Sect. 7.3).

Cu, Cd, Tl and Pb uptake over up to 122 h was measured by PIXE (Sche-
loske et al. 2001). Free-living Nostoc was strongly affected by all heavy metal
treatments. The cells bleached completely and did not survive. By contrast,
the endosymbiotic cyanobacteria did not bleach, apparently being pro-
tected against heavy metal toxicity. Two trends were revealed in the study:
(1) the application of higher heavy metal concentrations (5 versus 1 µM)
led to a higher accumulation, (2) Pb and Tl, but not Cu and Cd accumulate
in higher concentrations when applied individually (1 µM), compared to
a 1 µM (each) mix, perhaps due to induced resistance. We have also mea-
sured the uptake of Ni, Co, and Mo (unpubl. data). It is clear that Geosiphon
accumulates heavy metals – e.g. after 8 h in 1 µM Pb, the concentration of
Pb is ∼ 50 times higher (related to fresh weight) compared to the nutrient
solution. Therefore, the metals probably are detoxified intracellularly and
transported into the vacuoles, but an increased S content, which could be
indicative for phytochelatins, was not found.

6
Phylogeny and Taxonomy of Geosiphon and AM Fungi

6.1
Geosiphon is an ‘AM Fungus’

Little was known about the phylogenetic relationships of the fungus form-
ing the Geosiphon symbiosis until recently. Gams (CBS, The Netherlands)
first noted that Geosiphon might be related to AM fungi (Mollenhauer
1992). The spores of Geosiphon show distinct characters similar to those
of AM fungi (Schüßler et al. 1994), and SSU rDNA analyses (Gehrig et al.
1996) showed that Geosiphon belongs to a basal branch within the AM
fungi. Some misleading assumptions were published then, and Geosiphon
was even placed into the ‘Ascomycotina’ (for details and references, see
Schüßler 2002). In fact, with respect to the AM fungi analysed, Geosiphon is
most closely related to Archaeospora leptoticha (Kramadibrata et al. 2000;
Schüßler et al. 2001a), commonly found in wild grasses in Japan (Sawaki
et al. 2004). Therefore, Geosiphon undoubtedly belongs to the Archaeospo-
rales (Schüßler et al. 2001b; Table 1).
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Table 1. The new taxonomy for ‘AM fungi’. (Schüßler et al. 2001b; for recent changes, see
Walker and Schüßler 2004)

Glomeromycota Families Genera
Glomeromycetes

Glomerales Glomeraceae Glomus (’Glomus group A’ or ’B’)
fam. ined. incertae sedis (’Glomus group A’ or ’B’)

Diversisporales Gigasporaceae Gigaspora and Scutellospora
Acaulosporaceae Acaulospora and Entrophospora
Pacisporaceae Pacispora
Diversisporaceae Diversispora

Paraglomerales Paraglomeraceae Paraglomus
Archaeosporales Geosiphonaceae Geosiphon

Archaeosporaceae Archaeospora

Since the description as phycomycetous lichen (Knapp 1933), the Geo-
siphon symbiosis was often treated as lichen, although this is no longer
tenable. Hawksworth and Honegger (1994) gave a ‘lichen’ definition which
excludes endosymbioses. They write, ‘A lichen is an ecologically obligate,
stablemutualismbetweenanexhabitant fungal partner (themycobiont) and
an inhabitant population of extracellularly located unicellular or filamen-
tous algal or cyanobacterial cells (the photobiont)’. Moreover, the Geosiphon
fungus does not belong to the lichen-forming Asco- and Basidiomycota.
Although this is a matter of definition, in our opinion, the term ‘lichen’ for
the Geosiphon symbiosis is misleading. In the emendation of Geosiphon
and the Geosiphonaceae, the orthographically correct name Geosiphon
pyriformis was introduced, and the species name now refers to the fungus
only (Schüßler 2002).

Our studies on Geosiphon, and the finding that Glomus is not a mono-
phyletic group (Schwarzott et al. 2001), resulted in investigation of the
phylogeny of AM fungi in more detail. Based on comprehensive SSU rDNA
sequence analyses, the AM fungi (together with Geosiphon) can clearly
be separated in a monophyletic clade (Schüßler et al. 2001b), and recent
studies have shown that the Zygomycota phylogeny is not well understood
(Benny et al. 2001; O’Donnell et al. 2001). The classification of the AM fungi
within the Zygomycota was artificial, and the ‘AM and related fungi’ (the
latter meaning fungi such as Geosiphon) were placed into a new phylum,
the Glomeromycota. The details of the higher ranking taxonomy (Table 1)
are published elsewhere (Schüßler et al. 2001b; Schüßler 2002; Walker et al.
2004; Walker and Schüßler 2004).

The new classification is based on a robust molecular phylogeny which is
open for additions without serious conflict with the proposed taxa. This is
important, since one should be aware that the number of families and gen-
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era will increase in future. Biodiversity and other studies already indicate
yet unknown phylogenetic clades. As a reference for data of Glomeromy-
cota phylogeny and taxonomy, we will further develop our web page at
http://www.amf-phylogeny.com.

6.2
The Origin and Evolution of AM Fungi and the AM Symbiosis

It is frequently discussed whether AM fungi have played a crucial role in
exploring resources like P and water for the first land plants. It was stated
that AM probably was already formed by early bryophyte-like land plants,
more than 460 × 106 years ago (Redecker et al. 2000; see also Remy et al.
1994). AM symbioses with ‘lower’ plants still exist (Read et al. 2000) and, for
one fungus, Glomus claroideum, it is known that it forms symbioses with
vascular plants as well as hornworts (Schüßler 2000). Another, more far-
reaching idea was the proposal of a partnership between an aquatic alga
and a ‘phycomycetous’ fungus as the initial step in land plant evolution
(Pirozynsky and Malloch 1975). Our works about the Geosiphon symbiosis
indicate that such a hypothetical association with a green alga appears
rather probable (Schüßler 2002), since glomeromycotan symbioses show
a very broad spectrum of photobionts.

An even earlier origin of ‘AM-like’ symbioses may be suggested. Molecu-
lar studies indicate that ‘AM fungi’ are much older than land plants (Heck-
man et al. 2001). In damp or semi-aquatic habitats, where ‘ancestral AM
fungi’ began to colonize land, cyanobacteria would have been the promi-
nent photoautotrophic organisms. Therefore, glomeromycotan fungi could
have already lived symbiotically with cyanobacteria long before land plants
evolved, and the Geosiphon symbiosis could mirror such an early stage of
symbiosis. In future, microfossils might reveal whether such glomeromy-
cotan symbioses played an ecologically important role for the colonization
of the land habitat, as suggested for lichens (Heckman et al. 2001).

Doubtlessly, present knowledge shows that the symbiosis with AM fungi
was an early step in land colonization by plants, perhaps driven by fungi
already capable of symbiosis formation. This implies that land plants co-
evolved with glomeromycotan fungi since their origin and, consequently,
nutrient uptake (and other) mechanisms of plants evolved in close depen-
dency on the fungi – and vice versa. This has important consequences,
and scientists investigating plant nutrition or designing transgenic plants
should keep this in mind.
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7
The Geosiphon Symbiosis – a Model System for AM?

In the Geosiphon symbiosis, the bladders represent the ‘symbiotic stage’,
and it is thus comparable to an active mycorrhiza with all the nutrient
exchanges taking place (see Fig. 6). The symbiosis shows functional as
well as structural similarities to the AM, raising the suggestion that it can
serve as a model system for the AM symbiosis (Schüßler and Kluge 2001;
Schüßler 2002). When compared to AM, the Geosiphon bladders have some
advantages, e.g. they can be investigated microscopically in great detail
(Figs. 8–11), all substances taken up by the symbiosis are transported
across the fungal plasma membrane only, and the huge bladders are well
suited for microinjection.

7.1
Partner Recognition and Symbiosis Establishment

The fungus–plant interaction leading to the establishment of AM has to
be an ‘unspecific’ mechanism insofar as that a certain fungus can recog-
nize vascular plants as well as hornworts to form the symbiosis (Schüßler
2000). At first glance, the idea of comparing the recognition of cyanobac-
teria with that of plant roots seems artificial. However, cyanobacterial
extracellular polysaccharides (EPS) can be very similar to plant cell wall
compounds (Hoiczyk and Hansel 2000), and may contain cellulose like ho-
moglucans, pectin-like compounds, xyloglucans and complex EPS. It was
even discussed whether today’s plant carbohydrates have evolved from such
‘ancient’ cyanobacterial EPS.

Our methods allow a detailed, time-resolved characterization of the
Nostoc stages capable of symbiosis establishment, and we have at least two
in vivo markers to distinguish these stages microscopically: ConA labelling
of the Nostoc surface (Schüßler et al. 1997), and pigment fluorescence
spectra (Wolf and Schüßler, unpubl. data). We know the time period when
the ‘symbiosis-compatible’ stages of Nostoc exist, and that mannose is not
directly involved in the recognition but that nevertheless a lectin-mediated
mechanism is indicated (unpubl. data).

7.2
Bacterial Endosymbionts (BLOs)

The role of ‘BLOs’ in glomeromycotan fungi is unknown. Geosiphon har-
bours BLOs of the same type as those found in diverse branches of the
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Glomeromycota (Schüßler et al. 1994). These bacteria are not enclosed
within a host membrane. They probably are ancient, obligate endosym-
bionts, which are horizontally transferred and are likely to have been sym-
bionts of the fungi for many hundreds of million years.

Little is known about these bacteria, except for those found in the Gi-
gasporaceae (see Bianciotto et al. 2003 and references therein) which have
been recently described as ‘Candidatus Glomeribacter gigasporarum’. Sev-
eral genes were characterized, e.g. vacB, a pst operon, and nif D/K. Particu-
larly the nif genes are highly interesting, since this means that BLOs could
fix N2. However, these are not the ‘typical’ BLOs for AM fungi, because
they have a different ultrastructure and are enclosed by a host membrane.
Specific primers for Glomeribacter do not amplify SSU rDNA from non-
gigasporacean BLOs.

We do not yet know the phylogeny of the Geosiphon BLOs. However,
perhaps in the future their role in the AM can be uncovered by using
Geosiphon. Therefore, we intend to investigate their relationships, in which
context FISH could play an important role (Bertaux et al. 2003). Geosiphon
bladders have the advantage that the big cells can easily be cut after fixation,
resulting in direct access to the BLOs in the interior.

7.3
Identification of Differentially Expressed Fungal Genes

When compared to the AM, one of the main advantages of the Geosiphon
symbiosis for gene expression studies is that only one eukaryote is present.
In the symbiotic stage of the AM, the plant is always accompanying and
fungal gene expression is difficult to investigate. By contrast, from the
Geosiphon symbiosis fungal mRNA can be isolated specifically and easily
by means of its poly(A) tail.

Studies on differential gene expression under certain environmental
conditions were initiated. For example, we are trying by subtractive hy-
bridization methods to gather indications about genes relevant for the
uptake (and metabolism) of photosynthetic products by the fungus. Can-
didate genes are sugar transporters, C transfer to the fungal symbiosis
partner being a key factor in the AM. Characterized gene fragments then
could also be used for screening purposes, and the design of primers for
the amplification of corresponding genes in other AM fungi. Other ap-
proaches include the investigation of the reaction to heavy metal stress (see
Sect. 5.3). Methods for microinjection have already been established and, if
project funding were available, these could be used to inject GFP-construct
expression vectors suitable for AM fungi.
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8
Conclusions
Geosiphon pyriformis is the only fungus known to form endosymbiosis
with cyanobacteria, and undoubtedly belongs to the Glomeromycota. Un-
covering the phylogenetic relationships within the ‘AM fungi’ is not only
of taxonomic interest, but also important for the planning and interpreta-
tion of many studies. Moreover, evolutionary implications, referring to the
origin of the AM symbiosis, were raised by the better understanding of the
Geosiphon symbiosis.

Due to the structural and functional similarities to the AM, and the huge
fungal cells formed, the Geosiphon symbiosis may be used as a model for
AM. It offers considerable advantages for the study of, for example, nutrient
transport processes, lipid metabolism and the recognition between the
symbionts.

Principal advantages for research on AM(-like) symbioses are that fun-
gal mRNA can be isolated easily, and that gene expression can be induced
in liquid culture systems. In an active AM, such gene expression studies
are complicated tasks. Geosiphon bladders could, once suitable expression
vector systems are identified, even serve as a system for in vivo expres-
sion of GFP constructs. We hope that such work will be funded, and that
the Geosiphon symbiosis can play its role as a model system for the AM
symbiosis in future.
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1
Introduction

The term mycorrhiza refers to the association between fungi and roots of
higher plants. This association is usually considered a mutualistic symbio-
sis because of the highly beneficial relationships established between both
partners, in which the host plants receive mineral nutrients via the fungal
mycelium (mycotrophism), while the heterotrophic fungi obtain carbon
compounds from the host plants (Harley and Smith 1983; Varma et al.
1999, 2004).

Arbuscular mycorrhizal (AM) fungi belong to nine genera: Gigaspora,
Scutellospora, Glomus, Acaulospora, Entrophospora, Archaeospora, Gerde-
mannia, Paraglomus and Geosiphon, the only known fungal endosym-
biosis with cyanobacteria (see Chap. 15). The monoxenic cultivation of
these micro-organisms in association with suitable root organ cultures has
received increased interest in the last decades, and several fundamental
research areas are now widely covered using this system.
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Scientists from the School of Life Sciences, Jawaharlal Nehru University,
New Delhi, have screened a novel endophytic fungus, Piriformospora in-
dica, which mimics the functional capabilities of typical AM fungi (Pham
et al. 2004a). Electron microscopy and genomic studies employing the anal-
ysis of a part of 18S and 28S rRNA placed it in the Hymenomycetes (Het-
erobasidiomycetes; Verma et al. 1998; Varma et al. 1999; Weiß et al. 2004).
The properties of this fungus have been patented (Varma and Franken
1997, European Patent Office, München, Germany, Patent No. 97121440.8-
2105, November 1998). The culture has been deposited at Braunschweig,
Germany (DMS No. 11827), and the National Bureau of Agriculturally Im-
portant Microorganisms (NBAIM), Pusa, New Delhi, India.

Various controversial generic concepts have been introduced for this
heterogeneous assemblage of Heterobasidiomycetes (McGuire 1941). After
Schröter (1889) had formally separated Heterobasidiomycetes with trans-
versely septate basidia (‘Auriculariei’, later mostly referred to as Auricu-
lariaceae or Auriculariales) from those with longitudinally septate basidia
(‘Tremellinei’, later Tremellaceae or Tremellales), there was a general agree-
ment that the species of the Sebacina complex had to be classified in the
Tremellales. Within this order, Wells and Oberwinkler (1982), emphasiz-
ing microscopic characters rather than basidiome morphology, erected the
family of Sebacinaceae to include species with clamp-less hyphae and ovate
to pyriform, longitudinally septate basidia. In their Sebacinaceae, they in-
cluded Sebacina incrustans, the type species of Sebacina, and closely related
Sebacinas (Sebacina s. str.), but also Tremellodendron, Tremelloscypha and
Efibulobasidium, thus integrating resupinate, coralloid, infundibuliform
and pustulate forms. The phylogenetic position of the Sebacinaceae within
the Basidiomycota gives an overview of phylogenetic relationships inside
this subgroup of Hymenomycetes, for which the new Sebacinales is pro-
posed which includes P. indica (Garnica et al. 2003; Weiß et al. 2004).

In this chapter, efforts have been made to demonstrate the in vitro
cultivation of members of the Sebacinaceae, and their interactions with
transformed and non-transformed root systems.

2
Sebacinaceous Fungi

Bandoni (1984) revised the Tremellales and Auriculariales on the basis of
ultrastructural, ontogenetic and ecological characters. Sebacinaceae were
transferred to the new concept of Auriculariales which then included taxa
with septate basidia and continuous parenthosomes. Weiß and Oberwin-
kler (2001), and Kottke et al. (2003) validated major parts of Bandoni’s
(1984) concept of Auriculariales in a molecular phylogenetic study using
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nuclear rDNA coding for the D1/D2 region of the large ribosomal subunit
(LSU). Their molecular analysis confirmed the monophyly of the Sebaci-
naceae (including also Craterocolla cerasi, which fits the micromorpholog-
ical concept of Sebacinaceae). On the other hand, it also suggested that the
Sebacinaceae form a separate lineage of Hymenomycetes, which must be
excluded from the Auriculariales.

Sebacinaceae is a monophyletic group which occupies a basal position
within Hymenomycetidae (Weiß and Oberwinkler 2001; Urban et al. 2003);
P. indicaalsooccupies the same taxonomicposition.Basedon28Sand inter-
nal transcribed spacer (ITS) data, the orchid Neottia nidus-avis was found
to be closely related to conventionally known mycorrhizal fungi, described
in the group of rhizoctonia (imperfect fungi). Using molecular analytical
methods like PCR, molecular cloning and sequencing, members of Sebaci-
naceae have been shown to be involved in various mycorrhizal associations
in the field (Berch et al. 2002; McKendrick et al. 2002; Selosse et al. 2002a,
b; Urban et al. 2003). Recent studies have indicated that P. indica belongs
to Sebacinaceae and is closely related to Sebacina vermifera sensu (Garnica
et al. 2003; Weiß et al. 2004). Fungi included in this distinct group are Se-
bacina incrustans, Sebacina epigaea, Sebacina aff. epigaea, Tremelloscypha
gelatinosa, Sebacina dimitica, Efibulobasidium rolleyi, Craterocolla cerasi,
Piriformospora indica, Sebacina vermifera sensu (Warcup and Talbot 1967)
and Sebacina sp.

Warcup and Talbot (1967) isolated Heterobasidiomycetes, which they
identified from their sexual stages formed in axenic culture as S. vermifera
from roots of Australian terrestrial orchids. Later, such fungi were also
isolated from pot-cultured ectomycorrhizae and arbuscular mycorrhizae
(Warcup 1988). Since the remaining taxa of Auriculariales (Bandoni 1984)
are likely to be wood decomposers (Wells and Bandoni 2001), the mycor-
rhizal potential of Sebacinaceae seems a good ecological feature to separate

Table 1. Recognized members of Sebacinaceae

Fungi Remarks

Sebacina incrustans Non-culturablea

Sebacina epigaea Non-culturablea

Sebacina aff. epigaea Non-culturablea

Tremelloscypha gelatinosa Non-culturablea

Sebacina dimitica Non-culturablea

Efibulobasidium rolleyi Non-culturablea

Craterocolla cerasi Non-culturablea

Piriformospora indica Culturable
Sebacina vermifera var. sensu Culturable
Sebacina sp. Culturable

aScientists have failed to culture these fungi on defined synthetic media
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members of this group from other, morphologically quite similar Heteroba-
sidiomycetes belonging to the Auriculariales. However, sebacinoids have
been demonstrated recently to be ectomycorrhiza (Selosse et al. 2002a).
Observations on ectomycorrhizae and basidiomes suggest that species of
Sebacinaceae are fairly common mycobionts in various ectomycorrhizal
plant communities (Urban et al. 2003). Fungal strains included in Sebaci-
naceae are given in Table 1.

3
Host Range and Growth Promotion Effect
of Sebacinaceous Fungi

Members of Sebacinaceae were observed to be associated with a large
number of mono- and dicotyledonous plants, inducing pronounced growth
promotional effects [(Table 2) Singh et al. 2001; Varma et al. 2001], with
the exception of the plants belonging to the Cruciferae and some plants
belonging to the Chenopodiaceae and Amaranthaceae [(Table 3) Read 1999;
Varma et al. 1999; Varma et al. 2001; Singh et al. 2003b]. Literature suggests
that the members of these groups normally do not form associations with
AM fungi (Dension et al. 2003). Under in vitro conditions, P. indica Verma
et al. and S. vermifera sensu Warcup and Talbot were demonstrated to
interact with the root system of cruciferous and chenopodaceous plants,
viz. mustard (Brassica junaceae), cabbage (Brassica oleracea var. capitata;
Kumari et al. 2003), Arabidopsis thaliana (Pham et al. 2004a) and spinach
(Spinacia oleracea). A report indicated the ability of P. indica to colonize the
rhizoidsof a liverwort (bryophyte), and the thalli failed togrowunder in situ
conditions in the absence of this fungus (Varma et al. 2000, 2001; Pham et al.
2004a). P. indica was further shown to form associations with terrestrial
orchids such as Dactylorhiza purpurella (Stephs.) Soo, D. incarnate L. Soo,
D. majalis (Rchb.F.) Hunt & Summerh and D. fuchsia (Druce) Soo (Blechert
et al. 1999; Singh and Varma 2000; Singh et al. 2001; Varma et al. 2001; Pham
et al. 2004a).

4
Eco-Functional Identity

Sebacinaceae members P. indica and S. vermifera colonize the root cortex
and form inter- and intracellular hyphae. Within the cortical cells, the fun-
gus often forms (intracellularly) dense hyphal coils or branched structures.
These fungi also form chlamydospores or vesicle-like structures within or
between the cortical cells. Like AM fungi, hyphae multiply within the host
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Table 2. Plants tested for interaction with members of Sebacinaceae

Planta

Acacia catechu (L.f.) Wild (black catechu)
Acacia nilotica (L.) Wild (gum)
Abrus precatorius L. rosary pea (precatory bean)
Adhatoda vasica L. syn. (malabar nut)
Aneura pinguis L. Dumort. (liverwort)
Arabidopsis thaliana L. Heynh. (mouse ear cress)
Artemisia annua L. (Chinese wormwood)
Azadirachta indica A. Juss (neem)
Bacopa monniera L.Wett. (brahmi)
Beta vulgaris Linn. (beetroot)
Brassica juncea L (mustard)
Brassica napus L. (Canadian turnip)
Brassica oleracea var. botrytis L. (Alif) (broccoli)
Brassica oleracea L. var. capitata (cabbage)
Cassia angustifolia Senna Patti (gallow grass hemp)
Chlorophytum borivillianum Baker (musli)
Ch. tuberosum Baker (Mexican orange)
D. purpurella (Steph’s) Soo’ (lady orchid)
Daucus carota L. Queen Anne’s-lace (carrot)
Delbergia sisso Roxburg (rosewood)
Dianthus caryophyllus L. (carnation)
Eruca sativa L. (salad rocket, arugula)
Glycine max L. Merr. (soybean)
Myc− Glycine max cv. Frisson (two strains)
Myc− Pisum sativum L. (pea)
Nasturtium officinale R. Br. f. (watercress)
Nicotiana tabaccum L. (tobacco)
N. attenuata L. (mountain tobacco)
Oryza sativa L. (rice)
Petroselinum crispum L. (curly parsley)
Pisum sativum L. (pea)
Populus tremula L. (aspen)
P. tremuloides Michx. (clone Esch5) (quaking)
Prosopis chilensis Stuntz sys. (Chilean mesquite)
P. juliflora (Swartz) DC. (honey mesquite)
Quercus robur L. (clone DF 159) (oak)
Setaria italica L. (thumb millet)
Solanum melongena L. (eggplant)
Sorghum vulgare L. (millet)
Spilanthes calva DC (clove)
S. oleracea L. Pinaatti Ruokarnaatti
Tectona grandis Linn. f. (teak)
Terminalia arjuna L. (Arjun tree/stem bark)
Tephrosia purpurea L. Pers. (sarphunkha/purpurea)
Withania somnifera L. Dunal (winter cherry)
Zea mays var. white (maize)
Zizyphus nummularia Burm. fil. (jujube)
Zea mays var. white (maize)

a Data are based on root colonization analyses in vivo and in vitro (cf. Varma et al. 2001;
Singh et al. 2003a, b)
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Table 3. Typical non-hosts for AM fungi but interacted with members of Sebacinaceae

Planta

Beta vulgaris Linn. (beetroot)
Brassica juncea L (mustard)
Brassica napus L. (Canadian turnip)
Brassica oleracea var. botrytis L. (Alif) (broccoli)
Brassica oleracea L. var. capitata (cabbage)
Dianthus caryophyllus L. (carnation)
Eruca sativa L. (salad rocket, arugula)
Myc− Glycine max cv. Frisson (two strains)b

Myc− Pisum sativum L. (pea)b

Nasturtium officinale R. Br. f. (watercress)
Spinacia oleracea L. Pinaatti Ruokarnaatti (spinach)

a Data are based on root colonization analyses of plants grown under in vitro conditions
(Varma et al. 2001; Kumari et al. 2003; Singh et al. 2003a, and unpubl. data)
bMyc− mutants did not interact with AM fungi or P. indica

cortical tissues and never traverse through the endodermis. Likewise, they
also do not invade the aerial portion of the plant (stem and leaves).

The characteristic features of P. indica are the following:

• axenically cultivable on synthetic media

• absence of clamp connections

• high frequency of anastomosis formation

• hypha–hypha aggregation often observed

• absence of hyphal knots

• dolipores septum with continuous and straight parenthosomes

• chlamydospores 16–25 µm in length and 10–17 µm in width

• 8–25 nuclei per spore

The fungus further presents some functional similarities with AM fungi,
which are:

• broad and diverse host spectrum

• hyphae extramatrical, inter- and intracellular

• hyphae never invade the endodermis

• chlamydospores in soil and within cortical tissues

• sexual stages not reported

• positive phytopromotional effects on tested hosts

• phosphorus mobilizer
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• phosphorus transporter

• efficient for biological hardening of micropropagated plantlets

• potent biological control agent against root pathogens

Table 4. Composition of mediaa

Constituent, pH Concentration

Aspergillus medium (Hill and Kaefer 2001) (g/l)
Glucose 20.0
Peptone 2.0
Yeast extract 1.0
Casamino acid 1.0
Vitamin stock solution 1.0 ml
Macroelements from stock 50 ml
Microelements from stock 2.5 ml
Agar 10
CaCl2, 0.1 M 1.0 ml
FeCl3, 0.1 M 1.0 ml
pH 6.5

Macroelements (major elements), stock (g/l)
NaNO3 120.0
KCl 10.4
MgSO4 · 7H2O 10.4
KH2PO4 30.4

Microelements (trace elements), stock (g/l)
ZnSO4 · 7H2O 22.0
H3BO3 11.0
MnCl2 · 4H2O 5.0
FeSO4 · 7H2O 5.0
CoCl2 · 6H2O 1.6
CuSO4 · 5H2O 1.6
(NH4)6Mo7O27·4H2O 1.1
Na2EDTA 50.0

Vitamins (%)
Biotin 0.05
Nicotinamide 0.5
Pyridoxal phosphate 0.1
Amino benzoic acid 0.1
Riboflavin 0.25

aThe pH was adjusted to 6.5 with 1 N HCl. All the stocks were stored at 4 ◦C except
vitamins, which were stored at –20 ◦C. In broth culture agar was excluded. Modified
Aspergillus medium (Varma et al. 2001): the media composition was the same, except that
the quantities of yeast extract, peptone and casein hydrolysate were reduced to one-tenth
in quantity
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5
Axenic Cultivation

Numerous media composition are described in the literature for the multi-
plication of soil fungi but almost no literature is available for the axenic cul-
tivation of members belonging to Sebacinaceae. Table 4 describes medium
compositions for successful mass cultivation of some of these symbiotic
fungi. Information is lacking on the axenic cultivation of other members
(Table 1). Some media have been suitably modified in our laboratory (Pham
et al 2004b). Routinely, the medium used in our laboratory for the cultiva-
tion of these fungi and also to study their interactions with several plants
was the Aspergillus medium described by Hill and Kaefer (2001) and suit-
ably modified in our laboratory (Table 4). Other media used were glucose
asparagine agar (Crook et al. 1950), malt extract medium (Gallowey and
Burgess 1962), malt yeast extract medium (Varma and Bonfante 1994),
MMN (modified Melin-Norkrans; Johnson et al. 1957), MMN1/10 medium
(Herrmann et al. 1998), MMNC medium (Marx1969; Kottke et al. 1987),
plate count agar (APHA 1978), MS (Murashige and Skoog 1962), potato dex-
trose agar (PDA; APHA 1978), White’s medium (White and Braun 1941)
and WPM medium (Ahuja et al. 1986). Aspergillus medium was also used
to observe the interactions with transformed and non-transformed roots
(Varma et al. 2001; Pham et al. 2004b)

Circular agar discs (about 4 mm in diameter), supporting spores and
actively growing hyphae of members of the Sebacinaceae, were placed onto
Petri dishes (90-mm diameter) containing solidified Aspergillus or any
other medium. Inoculated Petri dishes (90-mm diameter) were incubated
in an inverted position for 7 days at 3 ± 2 ◦C in the dark (Fig. 1). For broth
cultivation, usually 4–5 fully grown fungus agar discs (4 mm in diameter)
were inoculated into each 1,000-ml Erlenmeyer flask containing 600 ml of
nutrient solution. Flasks were incubated at 30 ± 2 ◦C, at constant shaking
at 100 rpm on a rotary shaker (Fig. 2).

Fig.1a–f. �Morphological appearance of the Sebacinaceous fungus P. indica. a–c P. indica,
d–f S. vermifera sensu. a Axenic culture on Aspergillus agar medium in a 90-mm Petri dish,
photographed after 7-day incubation at 30 ± 2 ◦C in the dark. One disc of inoculum was
placed at the centre (4-mm diameter). Arrows show the place of inoculum and rhythmic
rings.bGrowth inErlenmeyerflask (500-ml capacity), containingAspergillusbroth (250 ml)
incubated on a rotary shaker at 144 rpm at 30 ± 2 ◦C for 7 days in the dark. Arrows show
the coral-like growth. c A magnified view of the coral-like growth from the broth culture.
Morphological appearance of colonies of Sebacina vermifera sensu. The procedure and the
medium composition for growth were identical to P. indica. d Axenic culture on Aspergillus
agar medium. e Growth in Aspergillus broth medium. Arrows show the coral-like growth.
f A magnified view of the coral-like growth from the broth culture
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Fig.2. a Axenic culture of Sebacina sp. on Aspergillus agar medium grown in a 90-mm
Petri dish, photographed after 60 days of incubation at 30 ± 2 ◦C. One disc of inoculum
was placed at the centre (4-mm diameter); a rough and hard surface was observed on the
solid medium. b Growth in an Erlenmeyer flask containing Aspergillus broth, incubated on
a rotary shaker at 144 rpm for 30 days in the dark

6
Monoxenic Culture

Various AM fungal species belonging to Gigaspora, Glomus, Scutellospora
andAcaulosporaarenowadays successfully culturedmonoxenically inasso-
ciation with either transformed or non-transformed roots as plant partners
(see Chap. 2). Verma (1996) was successful in transforming Zea mays roots
on MS medium mediated by Agrobacterium rhizogenes, and achieved the
co-culture of these organs with members of Sebacinaceae fungi. They ob-
served extensive proliferation of the fungus within the root system, and
completion of the fungal life cycle of P. indica. Different protocols can be
used with other plant organs (stem, leaf, cotyledon) of different dicotyle-
donous plant species. The list is rapidly lengthening, especially since many
laboratories are developing ‘hairy root’ technology for the production of
plant secondary metabolites. Fungi belonging to Sebacinaceae also induce
the proliferation of roots.

7
Interaction with Transformed Roots

Piriformospora indica was successfully associated with root organ cultures
of transformed maize (Zea mays var. white L.; Fig. 3). This association
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Fig.3a,b.EffectofP. indicaon transformedcarrot rootsafter20daysof inoculation.aControl
(without fungus) showing poor development of root system. b Heavy root proliferation in
the presence of the fungus

was materialized by a marked root surface colonization by the fungus and
its establishment into the cortical tissues (inter- and intracellular; Figs. 4,
5, 6). Characteristic pear-shaped spore formation occurred in the cortical
regions of the root as well as in the extramatrical environment.

The hyphae first colonized the root surface (Fig. 7) and produced struc-
tures similar to appressoria. Subsequently, they entered and traversed
through the cortical cells and produced vesicles and also differentiated
into intercellular, highly coiled structures. At maturity, external and inter-
nal spores were formed (Varma et al. 2001). The chlamydospores appeared
isolated or in clusters and were distinctive due to their pear-shaped struc-
ture (Fig. 8). The chlamydospores were (14–)16–25(–33) µm in length and

Fig.4. Colonization of carrot root organ culture
with P. indica. Cells are heavily colonized in-
tracellularly. Arrows indicate the formation of
chlamydospores
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Fig.5a–c. Root organ culture of Zea mays L. var. white strain grown on MS media. A 1-
cm2 agarose disc containing P. indica mycelium and spores was transferred onto a fresh
minimal medium and incubated at 25 ◦C for 20 days. a Regenerated roots. b An early stage
of establishment of dual culture. c Regenerated roots colonized with the fungus

Fig.6. Root colonization of Zea mays L. var. white strain with Sebacina vermifera sensu
photographed after 20-day incubation on MS media at 25 ◦C. Left control, right P. indica

(9–)10–17(–20) µm in width. At maturity, these spores had walls up to
1.5 µm thick, which appeared two-layered, smooth and pale yellow (Fig. 9).
The cytoplasm of the chlamydospores was densely packed with granular
material and usually contained 8–25 nuclei. Chlamydospores were strongly
autofluorescent (Fig. 10).
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Fig.7a–d. Surface sterile seeds of Zea mays L. var. white strain pre-germinated on water
agar medium. They were transferred on solidified MS media without phosphate and carbon
sources. After 1 week, P. indica inoculum was placed near the growing roots. Dual culture
was maintained for 3 weeks at 25 ◦C. a Colonized root tip. b A view of the root tip showing
extensive inter-/intracellular fungus colonization. c Chain of chlamydospores into the cells.
d Nuclei in chlamydospores. They were stained with DAPI and observed in epifluorescence.
Different optical planes were assembled into one picture using the Improvision software
package (Improvision, Govenny, UK)

8
Interaction with Non-Transformed Roots

Nine-day-old A. thaliana plantlets were transferred to MMN1/10 medium
(Peskan et al. 2004) and inoculated with P. indica. The fungal inoculum was
placed 3 cm away from the roots to avoid initial physical contact. MMN1/10
medium was chosen since it contains low concentrations of phosphate and
nitrate, and no carbon source conditions known to promote the interac-
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Fig.8a–c. Chlamydospores of P. indica observed by LSM 510 META confocal micro-
scope (Carl Zeiss, Germany). a Autofluorescent pear-shaped dormant chlamydospores (bar
40 µm). b After 48-h germination, the autofluorescent property was considerably reduced
(bar 40 µm).c Relative autofluorescence curve monitored in green light. Closed dots at pre-
and open dots after post-germination on MMN 1/10 medium at 25 ◦C

tion between plants and symbiotic fungi. The fungus grew slowly on the
co-cultivation medium and produced only a few spores. No difference in
root growth could be detected within the first 2 days after co-cultivation.
After 3 days, stimulation of root growth became visible whereas after 7 days,
intensive and uniform root proliferation in form of extended and branched
lateral roots was detectable for all inoculated plants (Fig. 11). Inocula-
tion of A. thaliana roots with P. indica was accompanied by changes in
the morphology of the root hairs, which were visible even before the root
proliferation became obvious (Fig. 12). Under the experimental growth
conditions, the root hairs of inoculated plants grew longer and were thin-
ner than those of the controls. After 2 weeks of co-cultivation, the fungal
hyphae surrounded the root surface and grew inside the root hairs.

The strong autofluorescence property of dormant spores weakens soon
after germination on the defined medium (Fig. 13). Normally, the growing
roots of A. thaliana are non-fluorescent, but on co-cultivation with P. indica
they acquired strong autofluorescence.

The observations that the interaction of these organisms exhibit features
similar to those observed for AM fungi suggest that this might be a suitable
model system to study plant–microbe interactions at a molecular level.
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Fig.9. A cross section of dormant chlamydospores of P. indica. Relative autofluorescence
was measured by LSM 510 META confocal microscope (Carl Zeiss, Germany)

Co-cultivation of A. thaliana with P. indica promotes plant growth. Par-
ticularly striking are the effects of the fungus on root proliferation and
the morphology of the root hairs. Growth promotion occurred before the
fungal hyphae grew around or inside the roots. Therefore, this effect must
be initiated by early signalling events from the fungus. Promotion of plant
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Fig.10a, b. Root development in A. thaliana after 4 weeks of co-culture with P. indica.
Two-week-old A. thaliana plantlets were transferred to MMN1/10 medium and cultivated at
22 ◦C under short day conditions. a The roots of the control plant, no fungus. b Inoculated
plant with P. indica

Fig.11a, b. Root system (cf. Pham et al. 2004a). a Controlled with root hairs. b Excessive
fungus root colonization. Inset shows a magnified view of a root tip hypha. Root segments
were stained with cotton-blue and examined under the light microscope (Zeiss Axioplan
model MC 100, Germany)

growth before the establishment of symbiosis is unusual for many arbus-
cular mycorrhiza systems, where the plant responds to the fungus only
after the symbiosis is established, as result of a better supply of nutrients



Sebacinaceae: Culturable Mycorrhiza-Like Endosymbiotic Fungi 307

Fig.12. Diminishing autofluorescence of P. indica dormant chlamydospores examined by
laser confocal microscopy (LSM 510 META, Zeiss, Germany)
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Fig.13a–d. Autofluorescence in the developing root hairs as a result of co-culture with
P. indica. A. thaliana plantlets were cultivated as described for Fig. 10. Root hairs were
examined by laser confocal microscopy (LSM 510 META, Zeiss, Germany)

(Harrison 1999). It appears that the changes on the roots provoked by
the micro-organisms ensure successful accommodation of the fungus and
prevent its rejection by the plant. The modified morphology of the roots
and root hairs suggest that the fungal signal(s) interferes with signalling
pathways of plant hormones which control root growth and differentiation.
One possible candidate is auxin. Mutation in the auxin signalling pathway
prevents the extension of lateral roots, opposite to the effect of the cultiva-
tion of roots with the fungus. Moreover, it has been shown that both auxin
and ethylene are required for root hair elongation in A. thaliana (Rahman
et al. 2002; Takahashi et al. 2003). Auxin mutants have short root hairs, but
the number and shape of the root hairs are not affected. We found that
root hairs are one of the major target sites for P. indica, and that the overall
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number of roots hairs and their length is substantially stimulated in the
presence of the fungus. A stimulatory effect of P. indica on the number of
root hairs is also observed for an auxin mutant, although they fail to grow
longer. Thus, auxin is not the primary target site for P. indica action. How-
ever, the phytohormone appears to be required for the promoting effect of
P. indica-mediated root hair elongation (Shahollari et al. 2005).

We isolated root hairs from co-cultivated and control seedlings and per-
formed subtractive hybridizations. One of the earliest messages which re-
sponded to P. indica in Arabidopsis root hairs codes for a serine/threonine
protein kinase (At3g25250). Twenty-four hours after co-cultivation, and
before a physical contact between the two organisms can be detected at
the microscopic level, the message level of the protein kinase is increased
more than three-fold. The kinase exhibits strong sequence similarities to
members of the AGC protein kinase family (cf. Bogre et al. 2003). The Ara-
bidopsis AGC kinases contain sequence motifs for the docking of a protein
kinase called PDK1, which becomes activated by 3-phosphoinositide. Thus,
PDK1 could couple lipid signals to the activation of downstream protein
kinases of the so-called AGC kinase family. Lipid-derived signals are central
to regulating a multitude of cellular processes in plants, including growth
(cf. Bogre et al. 2003 for detailed information). Since specific members of
the AGC kinases appear to be involved in key growth signalling pathways,
they might be good candidates for P. indica-induced root hair elongation.

9
Conclusion

The biotechnological applications of the monoxenic cultures of fungi ap-
pear a very promising field to further understanding of the molecular
basis of fungus–plant symbiosis. So far, the work has been done with the
non-axenically culturable AM fungi belonging to primitive members of Zy-
gomycetes (Glomeromycota). Sebacinaceous fungi are unique and display
some physiological functions common to AM fungi. However, members of
Sebacinaceae belong to an advanced fungal community – Basidiomycetes.
Interestingly, they are cultivable on defined and non-defined synthetic me-
dia, and preserve their characteristics to colonize living plant roots. These
fungi not only promote plant growth and development but also extensively
proliferate in transformed and non-transformed root systems. These fungi
may also serve as an alternative to Agrobacterium for producing ‘hairy
roots’ and in transformation studies.
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of Arbuscular Mycorrhizal Fungi
on Root Organs
and Inoculation Strategies
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1
Introduction

Arbuscular mycorrhizal (AM) fungi are obligate biotrophs which, after root
colonization, exert widely accepted benefits to a wide range of host-plant
species. The fungi colonize the root cortex in a mutualistic association,
resulting in a bi-directional transfer of carbon from the plant to the fungus
and of minerals, especially phosphorus, from the fungus to the plant. Mass
production of contaminant-free AM fungi remained a bottleneck for appli-
cation in agriculture for decades. However, since the early work of Mosse
and Hepper (1975), and subsequent development by Strullu and Romand
(1986, 1987) and Bécard and Fortin (1988), the monoxenic cultivation sys-
tem has become a valuable tool to produce contaminant-free AM fungi,
allowing the realization of large-scale production under strictly controlled
conditions. Bécard and Fortin (1988) developed an efficient technique to
cultivate AM fungi in association with transformed host roots on synthetic
growth medium. A number of AM fungal species (see Chap. 2) have been
successfully cultivated on root organs and are used to conduct innovative,
basic research (Fortin et al. 2002).

Monoxenic cultivation has several advantages over conventional pot
cultivation systems regarding inoculum production. This technique of-
fers pure, sterile, bulk, contaminant-free propagules, hitherto not prac-
ticable using conventional modes of pot culture, aeroponic or hydro-
ponic techniques. In addition, this technique has a edge over other con-
ventional modes of mass production, whereby a several-fold increase in
spore/propagule production is achieved in less time and space. The tech-
nology involves the extraction of potential viable propagules from soils,
surface sterilization and optimization of growth conditions for germina-
tion under aseptic conditions. This is followed by the association of the
propagules with a suitable excised host root for propagule production and

1Centre for Mycorrhizal Research, Biotechnology and Management of Bioresources Divi-
sion, The Energy and Resources Institute (TERI), DS Block, India Habitat Centre, Lodi
Road, New Delhi 110003, India, Tel.: +91-11-24682111, Fax: +91-11-24682144, E-mail:
aloka@teri.res.in

Soil Biology, Volume 4
In Vitro Culture of Mycorrhizas
(ed. by S. Declerck, D.-G. Strullu, and A. Fortin)
c© Springer-Verlag Berlin Heidelberg 2005
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Fig.1. Technological development from a root organ-based technique

recovery. Mass-produced propagules are then formulated in a utilizable
form and stored before application to the target plant (Fig. 1). This sums
up the long journey from the soil system to laboratory propagation, and
subsequent application to land or potted plants, allowing practical exploita-
tion of their potential.

Earlier reviews have compared the monoxenic culture system with con-
ventional techniquesof large-scaleproductionandhaveproven the former’s
effectiveness (Verma and Adholeya 1996; Douds et al. 2000). The feasibil-
ity of commercializing mycorrhizal inocula has often been dependent on
the ease and economics of mass production and the formulation of large
amounts of viable, stable and highly efficacious mycorrhizal propagules.

2
Monoxenic-Based AM Inoculum Production

Mass production of AM fungi has been achieved with several species, but
G. intraradices remains the most promising, with increased spore produc-
tion obtained since the early investigations on monoxenic cultivation until
today (Table 1). In 1992, Chabot et al. established cultures from surface-
sterilized spores as starter material and produced 750 spores in 30 ml
medium after a period of 4 months of growth in a mono-compartmental
petri plate system. Using sheared roots as starter inoculum, Diop et al.
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Table 1. Comparative account of AM fungal spore production achieved by different workers
(per ml of media)

Author Spore recovery Incubation time
(spore/ml) (months)

Chabot et al. (1992) 25 4
Diop et al. (1994) 30 3
St Arnaud et al. (1996) 1,000 3–4
Jolicoeur et al. (1999) 13 5
Douds (2002) 3,250 7
Adholeya (2003) 3,000 3

(1994) obtained approximately 890 spores after 3 months of incubation.
An advanced mode of airlift bioreactor-based production was adopted by
Jolicoeur et al. (1999). These authors recovered 12,400 spores per litre of
medium. St Arnaud et al. (1996) obtained 15,000 spores in a bi-compart-
mental Petri plate in 3–4 months. This bi-compartmental system was im-
provedby Douds (2002) by replacing themediumin thedistal compartment
by fresh medium at regular intervals. With this procedure, this author ob-
tained 65,000 spores in the distal side of the bi-compartment in a period
of 7 months. With the technology developed at the Centre for Mycorrhizal
Research, The Energy and Resources Institute (TERI), New Delhi, India, the
recovery of infective propagules approximated 250,000–300,000 spores in
3 months in 100 ml of medium. The TERI technology here adopts optimiza-
tion at different levels, identifying the rate-limiting factors leading to the
bulk production for commercial utilization. The AM fungi in genus Glomus
provide the possibility of using colonized roots as inoculum material. This
was also optimized in parallel to achieve higher root colonization, up to
70–80% (Tiwari and Adholeya 2003). The sub-cultivation of the root organ
and its harvest have been attained at 4 and 12 weeks respectively. Such
improvement allows higher spore and propagule recovery when compared
with the unit volume of media in earlier published research (Table 1). This
also facilitates the efficient utilization of space and energy in the production
system, i.e. solid-state fermentation. Since the technology is more depen-
dent on personnel, it lowers the number of man-days and achieves higher
productivity. Many process controls were developed in order to reduce the
levels of contamination (generally from 10–15% to 3–5%, common under
tropical conditions).

As a whole, this process has made the technology viable and attractive for
industries to assimilate and adopt. The technology has so far been trans-
ferred to two leadingagriculturally andpharmacologically based industries
in India.
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3
Formulations

Formulation technologies largely take care of possible adverse environ-
mental effects and factors that may render the inoculum ineffective. For-
mulation is essentially a blend of microbial propagules with a range of
carriers or adjuvants, to produce a material that can be effectively deliv-
ered to the target application. Several mycorrhizal inoculum formulations
have been proposed. At the research laboratory level, glass beads have been
used (Redecker et al. 1995), and so has expanded clay (Plenchette et al.
1983) in the commercial sector. These formulations have the advantage of
allowing the natural entrapment of mycorrhizal spores and roots during
the growth phase, under greenhouse conditions. The beads have a porous
texture with numerous air spaces into which the mycorrhizal propagules
can establish. Mixing of the air-dried inoculum with inert carriers such as
sand, vermiculite and soil-rite also has been documented (Millner and Kitt
1992). Mycorrhizal inoculum is available in the form of powdered inocu-
lum, tablets/pellets or granules, gel beads and balls (Fig. 2). Intraradical
spores/vesicles of Glomus spp. could also be entrapped in alginate beads,
and used as such (Redecker et al. 1995). Isolated intraradical materials in

Fig.2. Formulation types for AM fungal application
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such beads were observed regenerating and colonizing fresh roots under
controlled conditions (Strullu and Plenchette 1991). Entrapment in algi-
nate beads was also shown to be effective with monoxenically produced
spores (Declerck et al. 1996).

In commercial operations, where each step in the production process
adds to the cost of the end product, carrier cost is an important criterion
in the process development. A successful formulation carrier must be eco-
nomically viable to produce (preferably made of a locally available inert
material with non-toxic waste), with no deleterious effects on the myc-
orrhizal symbiosis. It should further be easy to handle, allowing effective
dispersion during application. The formulation should permit early dis-
solution or dispersion (for tablets/pellets/granules) near the roots, in the
case of potted plants, so that roots can easily invade the carrier for efficient
mycorrhization. If the carrier is very strongly glued and does not dissolve
during watering, the effect may be reduced, since roots and mycorrhizal
propagules may not be able to establish contact.

During the distribution of inoculum, the issue of its dilution for local-
ized and effective application needs to be addressed. Among other factors,
organic matter is considered to encourage microbial activity, soil structure
and enhance plant growth. It would also be useful to incorporate in myc-
orrhizal inoculum stimulatory compounds such as flavonoids (Bécard and
Piché 1989; Gianinazzi-Pearson et al. 1989), as suggested in the bead system
or even for synergistic micro-organisms (Hildebrant et al. 2002).

Another aspect of formulation development concerns the conditions
under which the process is carried out. Such conditions are of importance
because a living organism is used as biofertilizer. This implies that the via-
bility and intactness of the organisms cannot be compromised at any stage
of the process, beginning with incubation, monitoring of development and
possible contamination, harvesting, drying or grinding, until the organism
is finally mixed with the carrier and packaged. Strictly controlled growth
conditions must be applied, with careful attention to maintain the effec-
tiveness of inoculum. Even a short lapse could result in a loss of viability of
the organism, and discourage the end user from applying these methods
in agriculture.

4
Inoculation Strategies and Application Technology

Inoculation refers to the application of a commercially available inoculum
of AM fungi to plant seeds or into soil ready for planting. The inoculum
is a material which carries mycorrhizal fungi in a usable form, i.e. spores,
hyphae and colonized root fragments. An inoculant product is best used
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when there is reason to believe that indigenous soil populations of AM
fungi are low or native AM fungi are no longer effective. It is particularly
important to inoculate plants when out-planting to non-irrigated sites, or
when dealing with disturbed soils where plants have difficulties to establish
their root systems.

It should be stressed that the mere presence of an AM fungus does
not imply benefits to a plant. With improvements in technology and AM
fungal isolate selection, it should be possible to use novel and more efficient
isolates of AM fungi to replace less efficient native isolates, already present
in the soil. We think that introduced AM fungi may become diluted in
their effect as they reside in the soil for extended periods, although they
may still sporulate. Thus, we suggest that adding optimum levels of newly
selected isolates of AM fungi at each planting could be beneficial, although
perennial plants need inoculation only once.

In principle, symbiosis can be achieved from only one propagule which
germinates and colonizes a root, but it may take a long time for the AM
fungus to spread to a significant portion of the root system under such
conditions. Therefore, it is better to initiate multiple infections to speed
up the colonization process, as shown by infectivity assays of the inocula
(Sharma et al. 1996). Typically, one refers to the number of fungal propag-
ules delivered by each product onto each seed, or into the soil around each
seed. In theory, the larger the number of AM fungal propagules delivered to
the root zone at application, the faster the colonization of roots. How effi-
cacious this is in practice will, of course, vary with product, environmental
conditions, the delivery method, and a number of other variables. Calcu-
lations of the number of AM fungal propagules per plant, or per area, are
based on various parameters such as (1) weight or volume of the package;
(2) number of AM fungal propagules; (3) application rate of the inoculum
to seed or soil; (4) extent of adhesion of the product to the seed; (5) seeding
rate per acre.

5
Application Technology

For successful mycorrhizal colonization, fungal propagules should be in
close contact with the plant roots (Fig. 3). Inoculum formulation may
involve one or more AM fungal species or even other organisms, such as
beneficial bacteria or fungi which together enhance desirable parameters in
the target plant. There are five main application technologies: broadcasting,
in-furrowapplication, seeddressing, rootdippingandseedling inoculation.
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Fig.3. Application technology and inoculation strategies for AM fungal products

5.1
Broadcasting

In this method, seeds and inoculum are broadcasted over the soil surface.
They are then mixed with the top few centimetres of soil. Inoculum growing
in the immediate vicinity of germinating seeds will colonize the seedling’s
roots. Broadcasting requires no special equipment, and can be done manu-
ally or mechanically by truck and tractor-pulled agricultural broadcasters.
Small fertilizer spreaders, available at most hardware stores, can also be
used. This method has the benefit of covering a large area with both seed
and inoculum quickly. However, a large amount of inoculum is required
to ensure colonization, since only inoculum immediately adjacent to seeds
will colonize them.
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5.2
In-Furrow Application

In this method, a small trench is made (just under the seed planting depth)
and the inoculum is placed directly in the trench. Seeds are placed over
the inoculum and covered with soil. The seeds germinate and their roots
penetrate the inoculum layer. Hyphae can then colonize the young roots as
they enter the inoculum layer. The trenching method works very well and
produces high levels of mycorrhizal colonization.

5.3
Seed Dressing

Treatingseeds–apracticeknownasdressingorcoating– isanothermethod
of inoculation. Here, pellets of the inoculum are prepared by mixing them
with a sticky carrier such as gum acacia before rolling them with seeds.
The seed pellets are dried and planted over large areas using a seed drill.
The advantage of this method is that the inoculum can readily colonize the
germinating seed, because of direct contact. Less inoculum is required, and
the labour requirements are minimal (Sieverding 1991).

5.4
Root Dipping

AM fungi and other beneficial microbes are usually absent in artificial pot-
ting mixes or substrates commercially used in nurseries, and transplants
of in vitro raised plants are devoid of AM fungi. Inoculation of plantlets
with appropriate AM fungal isolates gives excellent results with many orna-
mental plants. The root-dipping technique is generally recommended for
inoculating micro-propagated and nursery-raised plants with AM fungi.
These pot-raised and in vitro raised plantlets are first washed in water and
the roots are then dipped into the inoculum (mixed with a carrier) for
5 min. The inoculum sticks to the roots, and the potting can then be car-
ried out using standard methods. Successful AM fungal establishment has
been reported in a variety of rooting media containing sand, gravel, peat,
expanded clay, pumice, perlite, bark, sawdust, vermiculite or mixtures of
these.
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5.5
Seedling Inoculation

Producing inoculated seedlings for large-scale field plantations is more
labour-intensive. Seedlings can easily be grown in nursery beds containing
mycorrhizae where they will be colonized with a high degree of efficiency.
The seedlings can then be transplanted in the field. This method is generally
used to inoculate the seedlings of forest tree species, but it can also be used
for some crops.

6
Field Evaluation

Mycorrhizal associations have evolved in complex and relatively stable
natural environments which support mixed assemblages of plant species,
but today man seeks to manage the symbiosis in simplified systems of-
ten involving monocultures of agricultural, horticultural or forest crops.
Research on mycorrhizal functions has been carried out largely under
standardized laboratory or glasshouse conditions specifically designed to
exclude the complexities associated with natural soil as well as interspecific
interactions between ‘hosts’ and fungal symbionts. This explains partly
why we are able to manipulate the mycorrhiza of single fungal and ‘host’
species under sterile conditions, or in those soils lacking indigenous inoc-
ula, however, attempts to introduce or manage fungal symbionts in natural
conditions have often failed in the past. In the 1990s, several reports in
the area of plant propagation presented positive results demonstrating the
value of AM fungi in the field (Table 2).

Before end users actually make use of AM fungi, the technology must
be tested. The following issues need to be critically evaluated during the
assessment of technology in the field:

1. Performanceofplant species inoculatedwithAMfungiwith respect to
growthparameters, yieldbenefits, nutrientuptakeandcost-economic
feasibilities.

2. Nutrient budgeting, which tests the efficiency of AM fungi in improv-
ing the availability of nutrients to the plant.

3. Savings in costs on fertilizer purchase.

4. Improvement of soil conditions.

AM fungal inocula raised monoxenically at TERI, India, were tested in the
field in different regions of the country with a variety of crop hosts, in fields
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Table 2. Successful reports on field application of arbuscular mycorrhizal (AM) fungi on
different crops (continued on next page)

Crops AMF used for inoculation Reference

Agricultural crops

Acacia nilotica Glomus intraradices Sharma et al. (1996)
Allium cepa Indigenous AMF Gaur and Adholeya (2000)
Allium sativum Indigenous AMF Koch et al. (1997)

Glomus etunicatum, Matsubara et al. (1994)
Glomus intraradices

Apium graveolens Glomus etunicatum, Matsubara et al. (1994)
Glomus intraradices

Cajanus cajan Glomus sp. Ianson and Linderman (1993)
Calpogonium Nine AMF species Ikram et al. (1992)
caeruleum
Capsicum annuum Glomus intraradices, Douds and Reider (2003)

Glomus mosseae,
Glomus etunicatum,
Gigaspora rosea

Coriandrum sativum Glomus intraradices Gaur et al. (2000)
Cucumis sativus Glomus spp. Rosendahl and Rosendahl (1991)
Daucus carota Glomus intraradices Gaur et al. (2000)
Eleusine coracana AMF species Isobe and Tsuboki (1998)
Ervum lens Glomus clarum Xavier and Germida (2002)
Glycine max AMF species Isobe and Tsuboki (1998)
Hordeum vulgare Glomus etunicatum Mendoza and Bori (1998)
Linum-usitatissimum Native AMF Thompson (1994)
Manihot Glomus clarum Fagbola et al. (1998)
Oryza sativa AMF species Isobe and Tsuboki (1998)
Phaseolus vulgaris AMF species Isobe and Tsuboki (1998)
Pisum sativum Glomus etunicatum, Matsubara et al. (1994)

Glomus intraradices
Solanum tuberosum Indigenous AMF Gaur and Adholeya (2000)
Sorghum bicolor Glomus sp. Isobe and Tsuboki (1998)
Trifolium repens AMF species Isobe and Tsuboki (1998)
Trigonella Glomus intraradices Gaur et al. (2000)
foenum-graecum
Triticum aestivum Glomus sp. Ryan and Angus (2003)
Vigna spp. AMF species Isobe and Tsuboki (1998)
Zea mays Glomus mosseae, Bi et al. (2003)

G. versiforme

where their potential was evaluated. The tested crop species included wheat,
potato, mung bean, black gram, soybean, chickpea, chilli and sugarcane, all
of which exhibited an average increase in yield of 0.4 t/ha (tonnes/hectare)
and a decrease of approximately 25–50% in the expenditure on phosphate
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Table 2. (continued)

Trees

Coffea arabica Gigaspora margarita, Bhattacharya and Bagyaraj (1998)
Acaulospora laevis

Gymnacranthera Acaulospora laevis, Bhat and Kaveriappa (1998)
farquhariana Gigaspora gigantea,

Glomus fasciculatum,
G. geosporum,
G. macrocarpum

Knema attenuata Acaulospora laevis, Bhat and Kaveriappa (1998)
Gigaspora gigantea,
Glomus fasciculatum,
G. geosporum,
G. macrocarpum

Liquidamber Glomus etunicatum Brown et al. (1981)
styraciflua
Myristica fatua Acaulospora laevis, Bhat and Kaveriappa (2000)

Gigaspora gigantea,
Glomus fasciculatum,
G. geosporum,
G. macrocarpum

Poinsettia Gigaspora margarita Barrows and Roncadori (1977)
Sporobolus wrightii AMF species Richter and Stutz (2002)
Zephyranthes Glomus intraradices Scagel (2004)

Fruit crops

Asparagus officinalis Gigaspora margarita, Matsubara et al. (2000)
Glomus fasciculatum,
G. mosseae

Bromus inermis Glomus fasciculatum Bildusas et al. (1986)
Citrullus lanatus Glomus clarum Kaya et al. (2003)
Citrus unshiu Glomus ambisporum, Shrestha et al. (1996)

G. fasciculatum,
G. mosseae,
Gigaspora ramisporophora

Fragaria Glomus intraradices Werner et al. (1991)
Olea europia Glomus intraradices, Estaun et al. (2003)

G. mosseae
Rubus Glomus clarum, Taylor and Harrier (2000)

G. etunicatum,
G. intraradices,
Gigaspora rosea,
Gi. gigantea,
Gi. margarita,
Scutellospora calospora,
S. heterogama,
S. persica
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fertilizers. The use of such inocula allowed reclamation of several stressed
systems such as fly ash overburdens, alkali chlorine sludge and distillery
effluent loaded sites. AM fungal technology in India has evolved as a low-
cost way to ensure an enhanced phosphorus supply, thereby ensuring an
increased yield in an environmentally safe manner.

6.1
Factors Affecting the Field Inoculation

The success of AM fungal inoculation depends upon the crop species in-
volved, the size and effectiveness of indigenous AM fungal populations, the
fertility of the soil, and cultural practices. Recognition of the lack of (abso-
lute) host-plant specificity by AM fungi (Mosse 1975) impeded progress in
the selection of effective fungi for field applications. The assumption that
any (non-host specific) isolate selected for ‘effectiveness’ based on arbi-
trary criteria, such as aggressive root colonization, copious sporulation, or
growth enhancement in pot cultures, would improve any growth or yield
parameter in the field under conditions not previously determined has led
to inconclusive results in the past.

AM fungi lack absolute host-plant specificity, but conditions for their
utilization are modified by ecological specificity (McGonigle and Fitter
1990) – colonization is multiple but appears to be preferential. The deter-
mination of preference by exotic fungi for potential crops prior to their
introduction to new sites is therefore needed. Nutritional conditions of the
soil play an important role in the survival and effectiveness of the inocula.
The genus Glomus is more frequently found in fertile soils, with high nu-
trient levels (Hayman and Stovold 1979; Jeffries et al. 1988). In contrast,
the genera Scutellospora, Acaulospora and Gigaspora are more abundant
in low-nutrient or nutrient-binding soils (Koske 1987; Gemma et al. 1989).
Some species, like G. intraradices, have a vast soil parameter range while
others, like Acaulospora species, are restricted to acidic soils in the trop-
ics. Thus, broad-range species like G. intraradices should be selected for
inoculation purposes.

A range of soil chemical, physical and mycorrhizal characteristics de-
termines the plant responses to mycorrhizal inoculation (Hamel 1996),
phosphorus being the most determining factor. Phosphorus levels above
20 ppm can reduce the number of spores (Mårtenson and Carlgren 1994)
and the amount of colonization by the mycorrhizal fungi (Jakobsen 1986).
The complexity of the soil environment and biotic factors such as fun-
givorous insects (Finlay 1985), soil microflora (Azcon-Aguilar and Barea
1992; Linderman 1992) or even weather are likely to intervene and further
obscure these relationships. Other soil conditions, such as pH (Young et al.
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1985), temperature and texture, also govern the effect of inoculation. Myc-
orrhizal dependency also varies according to the crop species and the soil
level of phosphorus availability (Plenchette et al. 1983).

Crop management strategies also affect the development and function
of AM fungi (Jansa et al. 2002). Practices like tillage, monoculture, high
fertilization and intensive agriculture detrimentally affect both coloniza-
tion and mycorrhiza-mediated nutrient uptake (Perron et al. 2001). Use of
a few agrochemicals like benomyl, benlate, aliette and ridomil (Sukarno
et al. 1996) has some detrimental effect on the development of AM fungi.

7
Responsibility of the Scientific Community
Towards Technology Development

The use of AM fungi inoculation for natural plant production is still in its
infancy and demands basic inputs by researchers, commitment by indus-
tries, and adequate guidance to end users about its potential usage. It is
imperative that academic, governmental and industrial scientists collabo-
rate jointly to improve their knowledge and develop their use, with further
efforts to tune the existing products for the market. Strict quality control
measures need to be designed for the inoculum-producing industries be-

Fig.4. Strategic responsibility of the technology developer laboratory – beginning to end
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fore they release the product for sale and commercialization. The measures
are the benchmarks (reference standards for quality assurance) which in-
clude tests of viability, shelf life, dilution possibility, and application and
dispersion-associated tests (Fig. 4).

7.1
Quality Control and Benchmarking

Mycorrhizal inocula, as well as other microbial bio-inoculants and organic
fertilizers availableon themarket, sharea commonproblem:quality control
and its regulation. It is very difficult to ensure that the products are of
standard quality. In India and comparable countries, most commercial
organic fertilizers are not covered by the type of national or international
standards which govern the quality of chemical fertilizers.

Thus, specific protocols for quality control of AM fungal inocula need
to be developed and standardized for application. This is essential not
only as a guarantee for producers and users but also for the protection
of ecosystems. Moreover, this would also help in quality management and
assessment of inoculum potential with every batch of inocula produced.
Quality control of commercial AM fungal inoculum is extremely important
for developing faith among the user community, along with its effectively
demonstrated potentials. Unless this is achieved, the potentials will remain
unexplored among the other biofertilizers. It is important to evaluate the
produced inoculum from commercial units with certain reference values
to ensure the strict adherence to the protocols and methodologies recom-
mended by recognized and independent laboratories. This is most vital,
as several handling errors occur at the industrial level during technology
adoption and implementation, causing subsequent problems in product
quality, which may lead to the dissatisfaction of both the end users and
producers.

For the mass production of AM fungi, critical benchmarks at all stages
of inoculum development, covering all possible parameters desirable for
ensured production, are identified. These include viability checks at pro-
cessing stages until the formulation stage, ranging from the colonization of
host roots, weight of dried inoculum at harvest, propagule estimations, in-
fectivity potential of crude and formulated diluted inoculum, formulation
conditions like temperature and suitable storage conditions. Such bench-
marks also help institutionalized process efficiency at the production level.

Once the commercial launch of the formulation is achieved, both the
developer of the technology and the distributing industries share equal
responsibilities for the authenticity and performance of commercialized
products, and must continue to work together to evaluate responses ob-
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tained in the field by the end users. This would ensure confidence building
and continuous use of these products over the years. It is important to regu-
larly validate product performance, customer satisfaction and willingness
for future use, to monitor the effectiveness of the inoculum.

The ethical responsibility of the laboratory developing AM fungal inocu-
lum should consider the following features desired by the end user:

• Compatibility with local indigenous AM fungi for prompt and effec-
tive plant growth

• Ability to survive, and stability in the carrier system

• Ability to survive while seed-coated, even under adverse climatic
conditions

• Wide-range of host applications

• Ability to maintain genetic stability

• Absence of harmful contaminants

• Prolonged shelf life.

8
Scopes and Applications of Monoxenically
Based AM Fungal Technology

Some of the mechanisms to improve the monoxenically based AM fungal
technology are identified in this section. These offer possibilities which
need to be explored in the future to enhance the technology and efficiency
of the monoxenic system of AM fungi.

8.1
Consortium Development of AM Fungi

Existing formulations in most commercial products deal with a single
species of AM fungi or a consortium, mostly originating from pot-based
multiplication (a detailed list is documented in review by Tiwari et al.
2002). Such products do not perform optimally when applied under cer-
tain agro-climatic conditions, or they grow together with interfering micro-
organisms in the propagation phase. In nature, a variety of microbes, in-
cluding AM fungi, interact in the plant rhizosphere and benefit the plant by
enhancing the availability of nutrients and increasing resistance to disease-
causing micro-organisms. Root systems are usually colonized by more than
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one AM fungal species (Daft and Nicolson 1974; Abbott and Robson 1982;
Merryweather and Fitter 1998; Jacquot et al. 2000). Most often, three to five
and, occasionally, even nine AM fungal species, from different families and
suborders occupying the same root system at the same time, have been
reported (Morton et al. 1995). Daft (1983) suggested that multiple colo-
nization, i.e. use of a consortium, rather than a single organism effective
under different environmental conditions, was probably more beneficial to
the plant, because a single endophyte may not be able to withstand certain
environmental changes. The successful co-culture of the two AM fungal
species G. intraradices and Gigaspora margarita (Fig. 5), reported by Ti-
wari andAdholeya (2002), hasopenedanewperspective in thedevelopment
of consortium-based AM fungal inocula. It is obvious that a formulation
containing a package of useful micro-organisms would have several advan-
tages over single-isolate AM fungal inocula, and this aspect merits further
investigation.

8.2
Host-Based Enhanced Productivity in AM Fungus Production

Another aspect of improving the monoxenic mass production protocol is
the selection of appropriate Ri T-DNA transformed host roots. It has been
reported that spore formation and extraradical mycelium development as
well as root colonization and vesicle development (in the genus Glomus) are
influenced by the host (Tiwari and Adholeya 2003). The growth medium is
also a crucial factor in mass-production systems in which high propagule
recovery is desirable. Tiwari and Adholeya (2003) showed that the spread of
mycorrhizal roots and AM fungal propagule counts differ greatly between
different kinds of transformed host roots. Douds (2002) also reported the
importance of medium manipulation in enhancing the productivity of in
vitro systems, however, the practicability and cost economics of the systems
must be considered before attempting commercial production.

8.3
Mycorrhizae and Coupling Beneficial Organisms:
Complete Package for Organic Systems

One key biotechnological goal is to use combined inoculation of selected
rhizospheric micro-organisms to minimize fertilizer application and to
maximize plant growth and nutrition (Linderman 1986; Barea and Jeffries
1995; Barea et al. 1998; Probanza et al. 2001). Literature reports confirm
that selected combinations of microbial inocula enhance the positive effect
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Fig.5. Co-culture development process for multiple AM fungal cultivation (Tiwari P, Adho-
leya A 2002)

achieved by each microbial group considered separately (Toro et al. 1997,
1998). Also, free-living bacteria produce certain stimulatory metabolites
that enhance plant development and growth, particularly when associated
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with AM fungi (Azcon 1993; Ahmad 1995). Within microbial species, the
wide genetic variation explains the high potential of the micro-organisms
to adapt to different environments. Therefore, it is necessary to develop
specific host-strain combinations of both bacteria and AM fungi with high
effectiveness under a wide range of experimental conditions (Medina et al.
2003).

Thus, these suggestions may be taken into account while offering the AM
fungus-based bio-inoculants for sustainable plant production.

9
Potential Tool for Organic Farming

In recent years, the world has seen a growing awareness of health and
environmental issues, and sustainability has become a key word in dis-
cussions on economic development, particularly in relation to developing
countries. The community is becoming more and more conscious of these
issues globally, and government policies in industrialized as well as devel-
opingcountries are increasinglybeing formulated toencourageorganic and
sustainable agriculture. Producers are turning to certified organic farming
systems as a means of lowering input costs, decreasing reliance on non-
renewable resources, capturing high-value markets and premium prices,
and boosting farm income. Organic farming severely restricts the use of
artificial chemical fertilizers and pesticides. Instead, it relies on develop-
ing a healthy, fertile soil and growing a mixture of crops. Supplementing
the nutrient requirement of crops through organic composts/manures is
essential for sustaining soil fertility and crop production. Many producers,
manufacturers, distributors and retailers specialize themselves in growing,
processing and marketing an ever-widening array of organic food and fi-
bre products. In India, AM fungal inoculants are now widely used to the
satisfaction of increasing numbers of organic gardeners and farmers.

10
Conclusions

Monoxenic cultivation technologies are now a reality, and provide signifi-
cantly high and economically attractive options to chemical fertilizations.
These systems gain more relevance to the tropical conditions wherein AM
fungal counts are poor. This mode of mass production offers a several-fold
increase in effective propagule production over conventional bulking tech-
niques. This mode of AM production offers an edge due to its user-friendly
and highly adoptable packaging. The transition of technique to technology
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requires several attenuations and system approaches to make the tech-
nology cost-effective and economically attractive as well. This overall ap-
proach includes the identification of major rate-limiting factors, low-cost
environmentally safe inputs and optimization of the scale of production.
The changed scenario, in which bulk production is the need of the hour
to meet the growing demand, is followed by several multi-location field
demonstration trials on a wide range of plant hosts for extensive field eval-
uation. Any successful technology needs to have in-built components on
quality control and process benchmarking for its efficient quality assur-
ance. Both developing and developed countries have been successful in
developing such technologies. However, there are still several bottlenecks
and practical difficulties exist in its global acceptance, due to quality ap-
prehensions of end users about the available inocula from various sources.
Therefore, legislative intervention at governmental level is highly desirable
for these bio-inoculants, for their more effective contribution in different
growing systems towards a sustainable future in plant production.

With these findings and recognized effects, AM fungi thus appear to have
a bright future, gaining tremendous importance in an effort towards re-
ducingchemical application for sustainableagriculture,particularlyamong
marginal farming communities.

A balanced but dynamic economy is needed from such technological
innovations, to lead to a shared co-operative economic system for wider
acceptability in the drive for sustainable agriculture.
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of Arbuscular Mycorrhizal Fungi
with Root Organs
Sylvie Cranenbrouck1, Liesbeth Voets1, Céline Bivort1,

Laurent Renard1, Désiré-Georges Strullu2, Stéphane Declerck3

1
Introduction

Themonoxenic cultureof arbuscularmycorrhizal (AM) fungi hasmarkedly
improved our understanding of the symbiosis. In the past 15 years, increas-
ing amounts of literature have been devoted to this intimate plant–fungal
association using various AM fungi in vitro cultivation systems, with dif-
ferent hosts, AM fungal propagules and growth media. The proportion of
papers published using either in vitro, axenic, monoxenic, root organ cul-
ture or ROC as keywords, relative to the overall literature dealing with AM
fungi (ISI web of Science http://www.isinet.com)4, was less than 1% in the
years 1987–1989, increasing to approximately 5% in the subsequent 6 years
(1990–1995), to reach a plateau at 8% from 1996 to present. The invariable
proportion between papers using AM fungi in vitro systems and complete
literature on AM fungi since 1996 until today suggests that the use of this
system still remains in the hands of a limited number of researchers, and
that new progress is necessary to reach a broader audience. If one agrees
that the axenic culture of AM fungi remains the major challenge at the
start of this new millennium, the present diffusion of clear protocols on
AM fungi in vitro culture techniques may render this technology more
widely accessible and secure its broad and reliable dissemination. Indeed,
as stated by Bago and Cano (see Chap. 7) . . . “AM (fungi) monoxenics are far

1Université Catholique de Louvain, Unité de Microbiologie, 3 Place Croix du Sud, 1348
Louvain-la-Neuve, Belgium
2Laboratoire de Phytonique, Université d’Angers, 2 Bd. Lavoisier, 49045 Angers cedex,
France
3Mycothèque de l’Université Catholique de Louvain (MUCL), Unité de Microbiologie, Uni-
versité Catholique de Louvain, 3 Place Croix du Sud, 1348 Louvain-la-Neuve, Belgium, Tel.:
+32-10-474644, Fax: +32-10-451501, E-mail: declerck@mbla.ucl.ac.be
4Keywordsused for theoverall literatureonendomycorrhizal fungi: ‘AMfungi’OR ‘AMsym-
biosis’ OR ‘VAM fungi’ OR ‘VAM symbiosis’ OR ‘endomycorrhiz∗’ OR ‘vesicular-arbusc∗’
OR ‘vesicular arbuscular’ OR ‘arbuscular’ OR (Glomus AND mycorrhiz∗). Keywords used
for literature related to the endomycorrhizal fungi monoxenically cultured: [‘AM fungi’ OR
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more than just a routine technique . . . strict protocols should be followed to
successfully achieve it and . . . some training/expertise on AM establishment,
fungal colony development and hyphal morphogenesis under such condi-
tions is mandatory for researchers aiming to use this technique, to be able
to certify the quality of the material obtained and, consequently, the relia-
bility and accurateness of the results obtained.” This chapter is not aimed
to propose a literature overview but rather to provide detailed protocols
to succeed in the monoxenic culture of AM fungi. It is obvious that for
every technique different protocols (disinfection process, growth medium,
choice of propagule, etc.) have been published, and we cannot discuss all
of these in detail. Therefore, we choose to describe the routine techniques
used in GINCO (Glomeromycota IN Vitro COllection) with, at each step,
references to other papers using other approaches, so giving the reader the
broadest perception of the techniques that presently exist and which are
the most appropriate for their research interest.

2
Process Description

The process of obtaining and maintaining monoxenic cultures of AM fungi
can be separated into four main steps. These are the selection of the ade-
quate AM fungal propagules (see Sect. 6.1), the sampling, disinfection and
incubation of the propagules on a suitable growth medium (see Sect. 6.2),
the association of the propagules with a suitable host root (see Sect. 7), and
the subcultivation of the AM fungi (see Sect. 8). Prior to these four steps are
the selection of the appropriate culture system (see Sect. 3), the preparation
of the synthetic culture media (see Sect. 4), and the management of the host
root, i.e. transformation and subcultivation (see Sect. 5; Fig. 1).

3
Selection of the Culture System

Basically, two culture systems are used: the mono-compartmental system
in square or round Petri plates, and the bi-compartmental system in round
Petri plates.

The first system consists of a mono-compartmental Petri plate filled
with a growth medium (see Sect. 4), on which is placed a contaminant-free,
actively growing excised root together with AM fungal propagules. This
system was developed in the mid-1970s (Mosse and Hepper 1975) and since
then has been applied with success to numerous Glomus species (Table 1).
Recent reports have also demonstrated its applications to Scutellospora
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Fig.1. General scheme of the monoxenic culture process

reticulata (de Souza and Declerck 2003) and Acaulospora rehmii (Dalpé
and Declerck 2002).

This system was slightly modified for the cultivation of Gigaspora species
(Gi. margarita, Gi. roseae, Gi. gigantea; Table 1) by placing a Ri T-DNA
transformed carrot root – having negative geotropism – in the upper part
of a square Petri plate set vertically, with the germinated spore just below
(Fig. 7F; Bécard and Fortin 1988; Bécard and Piché 1992; Diop et al. 1992).
Since the germ tube growth of these Gigaspora species is also negatively
geotropic, the germinating hyphae are oriented towards the root, thus facil-
itating contact and colonization (see Sect. 7). The root growth is restricted
to the upper part of the plate while after colonization the mycelium devel-
ops in the lower part. It was observed that the sporulation mainly occurs
in the section with less root development.

The second system (also named split system) consists of a bi-compart-
mental Petri plate, with a proximal compartment in which the mycorrhizal
root develops and containing a synthetic growth medium (see Sect. 4),
and a distal compartment in which only the mycelium is allowed to grow
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Fig.2. Diagram of the bi-compartmental system from St-Arnaud et al. (1996). The mycor-
rhizal root grows in the proximal compartment and only the fungus is allowed to cross the
separation wall and to develop in the distal compartment

on a similar synthetic medium, but lacking C source. Both compartments
are physically separated by a plastic wall. Roots crossing the partition are
trimmed at regular intervals. This system was developed by St-Arnaud et al.
(1996; Fig. 2).

In the bi-compartmental system, the spore and mycelium density pro-
duced in the distal compartment is markedly higher in comparison to the
proximal compartment, which is probably related to the absence of the
root and the difference in availability of C (Fortin et al. 2002), making
this system more productive than the mono-compartmental system. It is
particularly adapted to the culture of Glomus species (Table 1). Recently,
Douds (2002) has increased the spore production of a G. intraradices strain
by repeated harvesting and gel replacement of the distal compartment.

Practical recommendations before starting a monoxenic culture:
Most of the steps described below are conducted under a laminar flow,
under sterile conditions. A biohazard flow hood can also be suitable, but
specific arrangements are necessary when a stereo microscope is used. The
bench should be cleaned with ethanol. Similarly, all the material (needles,
scalpels, forceps, etc.) necessary for monoxenic cultivation should be sterile
or sterilized by flaming or in a bead sterilizer. Other materials (glassware,
membranes, etc.) must be autoclaved.

4
Culture Media Preparation

The most widely used mineral media for monoxenic cultivation of AM
fungi are the Minimal (M) medium (Bécard and Fortin 1988) and the Mod-
ified Strullu-Romand (MSR) medium (Declerck et al. 1996, from Diop 1995,
modified from Strullu and Romand 1986). Both media result from the em-
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Table 2. Comparison of the composition of minimal (M) medium and modified Strullu-
Romand (MSR) medium (Fortin et al. 2002)

M medium MSR medium

N(NO−
3 ), µM 3,200 3,800

N(NH+
4 ), µM – 180

P (µM) 30 30

K (µM) 1,735 1,650

Ca (µM) 1,200 1,520

Mg (µM) 3,000 3,000

S (µM) 3,000 3,013

Cl (µM) 870 870

Na (µM) 20 20

Fe (µM) 20 20

Mn (µM) 30 11

Zn (µM) 9 1

B (µM) 24 30

I (µM) 4.5 –

Mo (µM) 0.01 0.22

Cu (µM) 0.96 0.96

Ca panthotenate (µM) – 1.88

Biotin (µM) – 0.004

Pyridoxine (µM) 0.49 4.38

Thiamine (µM) 0.3 2.96

Cyanocobalamine (µM) – 0.29

Nicotinic acid (µM) 4 8.10

Glycine (mg/l) 3 –

Myo-inositol (mg/l) 50 –

Sucrose (g/l) 10 10

pH (before sterilization) 5.5 5.5

Gelling agent (g/l) 5 3

piric modification of media usually used for in vitro plant culture and are
equally successful for a range of AM fungi. The composition of M and MSR
media is listed in Table 2. Differences between both media are discussed
in Fortin et al. (2002). Similarly, a complete comparison of the successive
media developed prior to the M and MSR media is given in Bécard and Piché
(1992).
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4.1
Material

Equipment
– Laminar flow hood

– Autoclave

– Balance (0.001g)

– Magnetic stirrer

– pH-meter

– Glass bottles (50, 100, 500, 1000ml)

Laboratory material
– Erlenmeyer flask

– Volumetric flask (50, 100, 500, 1000 ml)

– Petri plates

– Spoon

– Glass bottles (50, 100, 500, 1000ml)

4.2
Stock Solutions for MSR Medium

The MSR medium routinely used in GINCO is detailed below. For the M
medium preparation, refer to Bécard and Fortin (1988).

1. Solution 1: macroelements
To prepare 1 l of solution, dissolve 73.9 g MgSO4·7H2O, 7.6 g KNO3,
6.5 g KCl and 0.41 g KH2PO4 in 500 ml of demineralized water. Adjust
the volume to 1 l and store at 4 ◦C.

2. Solution 2: calcium nitrate
To prepare 1 l of solution, dissolve 35.9 g Ca(NO3)2·4H2O in 500 ml of
demineralized water. Adjust the volume to 1 l and store at 4 ◦C.

3. Solution 3: vitamins
To prepare 500 ml of solution, dissolve 0.09 g calcium panthotenate,
0.0001 g biotin, 0.1 g nicotinic acid, 0.09 g pyridoxine, 0.1 g thiamine
and 0.04 g cyanocobalamine in 200 ml of demineralized water. Adjust
the volume to 500 ml. Dispense in 5-ml fractions and store at −20 ◦C.

4. Solution 4: NaFeEDTA
To prepare 500 ml of solution, dissolve 0.16 g NaFeEDTA in 200 ml of
demineralized water. Adjust the volume to 500 ml, preserve from light
and store at 4 ◦C.
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5. Solution 5: microelements
To prepare 500 ml of solution,

a) Dissolve 1.225 g of MnSO4·4H2O (or 0.93 g of MnSO4·H2O) in
50 ml demineralized water. Adjust the volume to 100 ml.

b) Dissolve 0.14 g of ZnSO4·7H2O in 50 ml of demineralized water.
Adjust the volume to 100 ml.

c) Dissolve 0.925 g of H3BO3 in 50 ml of demineralized water. Ad-
just the volume to 100 ml.

d) Dissolve 1.1 g of CuSO4·5H2O in 30 ml of demineralized water.
Adjust the volume to 50 ml.

e) Dissolve 0.12 g of Na2MoO4·2H2O in 50 ml of demineralized
water. Adjust the volume to 100 ml.

f) Dissolve 1.7 g of (NH4)6Mo7O24·4H2O in 50 ml of demineralized
water. Adjust the volume to 100 ml.

g) Mix the 100 ml of the manganese sulphate (a), zinc sulphate (b)
and boric acid (c) solutions.

h) Add 5 ml of copper sulphate (d) solution, 1 ml of sodium molyb-
date (e) and 1 ml of ammonium molybdate solution (f). Adjust
the volume to 500 ml and store at 4 ◦C.

4.3
Medium Preparation

1. To prepare 1 l of MSR medium, mix 10 ml of solution 1 (macroele-
ments) with 10 ml of solution 2 (calcium nitrate), 5 ml of solution 3
(vitamins), 5 ml of solution 4 (NaFeEDTA), 1 ml of solution 5 (mi-
croelements) and 10 g of sucrose.

2. After complete dissolution of the sucrose, adjust the volume to 1 l
with demineralized water.

3. Adjust the pH to 5.5 with NaOH 1 M (rectify with HCl 1 M if neces-
sary).

4. Add 3 g/l Gelgro (ICN Biochemicals, Cleveland, OH) or 5 g/l Phy-
tagel™ or 8 g/l agar.

5. Autoclave for 15 min at 121 ◦C under 1 bar pressure.

6. After autoclaving, maintain the medium at 60 ◦C in a water bath.
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Table 3. Medium quantities required in the different monoxenic systems

Proximal or Slope Distal- Used pre-
root compart- compart- ferably for
ment ment

Mono-compartmental Fill with No No Scutello-
Petri plates (9-cm ∼ 35ml MSR spora,
diameter) Glomus

Mono-compartmental Fill with No No Gigaspora
Petri plates (squared ∼ 100ml MSR
12×12cm)

Bi-compartmental Fill the proximal Create a slope Fill with Glomus
Petri plates compartment with of 45 ◦C with ∼12ml of
(9-cm diameter) ∼ 25ml MSR until ∼5ml MSR MSR with-

the top of the without sugar out sugar
separation

7. Pour the medium in the Petri plates under laminar flow, as indicated
in Table 3.

For bi-compartmental Petri plates, it is important to promote spreading
of mycelium from the proximal to the distal compartment. Two procedures
can be used. In the first procedure, the proximal compartment is filled with
the synthetic growth medium to the top of the separation wall. In the distal
compartment, a slope (∼ 45◦) is realized with the same medium but lacking
C. After solidification, the distal compartment is half-filled horizontally
with the same medium lacking C (Fig. 2). In the second procedure, both
compartments are filled 2 mm above the partition wall (Rufyikiri et al.
2003). After solidification, the medium in the distal compartment is cut
along the partition wall with a scalpel and removed by using a spatula. The
distal compartment is further replaced with a new medium lacking C at the
level of the partition wall.

5
Host Root

5.1
Choice of Host Root

Various plants have been used to establish monoxenic cultures with AM
fungi (see Chap. 7, Table 1). The first host roots used in monoxenic cultures
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were Lycopersicon esculentum Mill. (tomato) and Trifolium pratense L.
(red clover) associated with Glomus mosseae Nicolson & Gerd. (Mosse and
Hepper 1975), and Fragaria x ananassa Duchesne. (strawberry) and Alium
cepaL. (onion) associatedwith severalGlomus species (Strullu andRomand
1986; Table 1).

A natural genetic transformation of roots with the soil bacterium Agro-
bacterium rhizogenes Conn. was achieved decades ago (Riker et al. 1930;
Ark and Thompson 1961), but only applied in mycorrhizal research since
the mid-1980s (Mugnier and Mosse 1987). Since the development of the
carrot hairy root line (Daucus carota L.), established by Bécard and Fortin
(1988), this root has become the most widespread host for monoxenic
cultivation of AM fungi. Transformed roots of strawberry (Nuutila et al.
1995) and tomato (Simoneau et al. 1994; Khaliq and Bagyaraj 2000) were
also developed with fewer studies published. Recently, transformed roots
of Medicago truncatula Gaern. have been obtained and associated with AM
fungi (Boisson-Denier et al. 2001). It is probable that this association will
receive increasing attention in the coming years, thanks to its usefulness
as a legume model plant in molecular biology (Cook 1999; May and Dixon
2004). Transformed roots have several advantages over non-transformed
roots for monoxenic cultivation. Their hormonal balance is modified, al-
lowing profuse proliferation on synthetic media. It is generally accepted
that this modification induces the production of growth hormones in the
roots, thereby eliminating the necessity of incorporating of plant hormones
into the culture medium. Stability of the transformation over time is de-
pendent on the host cultivar and bacterial strain combination (Labour
et al. 2003), but hairy roots used for further experiments have always tested
positive.

In association with AM fungi, Ri T-DNA transformed roots show greater
AM intraradical colonization and sustain higher extraradical hyphal de-
velopment than non-transformed roots, which is an advantage for fungal
production (Fortin et al. 2002). However, the pattern of colonization, distri-
butionof vesicles,mycorrhizal spreadand sporulationmechanisms–all the
important growth stages of the fungus – can vary within different cultivars
of the same host (Tiwari and Adholeya 2003). Furthermore, transforma-
tion of the same host cultivar with a different bacterial strain results in
a different mycorrhizal susceptibility (Labour et al. 2003). More research is
therefore needed to get a better insight into the physiological host prefer-
ence/specificity of these fungi.
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5.2
Host Root Transformation

Agrobacterium rhizogenes Conn., a gram-negative soil bacterium which
induces hairy root disease of dicotyledonous plants, is used to induce
hairy roots. In roots transformed with this bacterium, a segment of the
bacterial DNA, named the region T (transferred DNA) of the plasmid Ri
(root inducing) is incorporated into the host plant cells (Chilton et al.
1982). Integration and expression of this DNA in the plant genome lead
to the development of the hairy root phenotype and synthesis of novel
low molecular weight compounds called opines (Tepfer and Tempé, 1981).
Depending on the strain of A. rhizogenes used for the transformation,
different principal opines can be found in the tissues of the hairy root:
agropine, mannopine, cucumopine or mikimopine (Dessaux et al. 1992). In
addition, depending on the gene incorporated in the plant genome, the root
can have a change of geotropism. Some hairy roots show a highly negative
geotropic nature, some only have a slightly negative geotropic behaviour
while others keep their positive geotropism. This is due to a change of auxin
sensitivity and the redistribution of this hormone after root transformation
(Legué et al. 1996). Roots with a negative geotropism should be incubated
in inverted position, to make the roots grow inside the medium.

In this section, only the transformation procedure of carrot (Daucus
carota L.) with A. rhizogenes A4 is described. For the transformation pro-
cedures of other plants used as hosts in monoxenic cultures, we refer to the
references given in Table 1 of Chapter 7.

5.2.1
Material

Equipment

– Laminar flow hood

– Cooled heated incubator

– Bunsen burner or bead sterilizer

Laboratory material

– Forceps

– Scalpel

– Petri plates filled with 1% water agar

– Petri plates filled with modified White’s (Bécard and Fortin
1988) medium supplemented with 500 mg/l carbenicillin

– Small plastic wrap roll
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Disinfection solutions

– 95% (v/v) ethanol

– 1% NaOCl

– Distilled water

Bacterial strain

– Agrobaterium rhizogenes strain A4

5.2.2
Procedure (Following Bécard and Fortin 1988)

1. Thoroughly wash the carrots in water, peel them, dip in 95% (v/v)
ethanol for 10 s, and surface sterilize in 1% NaOCl for 15 min.

2. Rinse the carrots in sterile distilled water and cut transversely into
5-mm-thick slices with a sterilized scalpel.

3. Place the slices in Petri plates filled with 1% water agar and inoculate
with the A4 A. rhizogenes strain on the distal face of the sections. The
bacterial suspension is taken from a 2-day-old culture grown on Difco
Nutrient agar.

4. After 3 weeks, some transformed roots proliferate on the inoculated
sections. Aseptically excise and transfer the roots to Petri plates con-
taining modified White’s medium, supplemented with 500 mg/l car-
benicillin. Three successive sub-cultures are necessary to free the
transformed roots of bacteria.

5. Finally, excise one root apex from the final subculture (minimum
length 3 cm) and place it on fresh modified White’s medium to initiate
a clonal culture.

6. Seal the Petri plates with plastic wrap and incubate in an inverted
position in the dark at 27 ◦C.

7. Maintain the excised root on MSR medium as described below.

5.3
Host Root Cultivation

5.3.1
Materials

Equipment

– Laminar flow hood
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Fig.3. General scheme of the transformed carrot root
organ culture

– Cooled heated incubator

– Bunsen burner or bead sterilizer (cf. Fig. 3)

Laboratory material

– Petri plates filled with MSR medium

– Forceps

– Scalpel

– Small plastic wrap roll

5.3.2
Procedure

1. Every 3–4 weeks, carefully remove white, healthy, turgescent non-
ramified apexes (with a minimum length of 3 cm) from the Petri
plate.

2. With forceps, place two roots with actively growing apexes in a 9-cm-
diameter Petri plate containing fresh MSR medium (the two apexes
should be placed ‘head to tail’ to favour their growth in opposite
directions, thereby covering the whole plate) (Fig. 4).

3. When the roots are placed on the medium, push lightly on the apexes
to encourage themto intimately contact the gel. Proceedvery carefully
to avoid breaking the apex.

4. Seal the Petri plate with plastic wrap and incubate in a inverted
position at 27 ◦C in the dark.
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Fig.4. Representation of a 4-
week root organ culture. 1 Main
root, 2 secondary root, 3 apex
suitable for subcultivation

6
AM Fungal Propagules: Selection and Disinfection

6.1
Selection of Propagule

As described in Fortin et al. (2002), two types of propagule can be used
to initiate monoxenic cultures: (1) spores or sporocarps, and (2) mycor-
rhizal root fragments containing vesicles or isolated vesicles. Depending
on the AM fungi, often one type of propagule is better adapted to ini-
tiate a monoxenic culture (Table 1). For Glomus species producing small
spores (diameter < 100 µm), disinfection of spores is often difficult without
damage. The germination rate and hyphal re-growth are generally low or
even absent. Species producing such spores habitually also produce a high
number of vesicles within roots, i.e. G. intraradices, G. proliferum, which
therefore should be considered the preferred propagules to initiate the
monoxenic culture. Germination of vesicles either isolated or within the
root segment is fast and efficient. In the case of mycorrhizal root segments,
multiple germination arises from the root extremities (Diop et al. 1994,
Declerck et al. 1996), increasing the infective potential.

For species producing few (some Glomeraceae species, G. caledonium,
G. mosseae, etc.) or no vesicles (the Gigasporaceae) and/or big spores
(diameter > 150 µm), spores should be used. When the fungus produces
sporocarps, these are always the most appropriate propagules to initiate
the monoxenic culture because of their multiple germination (Fig. 5).

Remark: When monoxenic monosporal cultures are required (in phy-
logeny studies, for example) from species established in monoxenic culture
from mycorrhizal root fragments, it is necessary to subculture single iso-



Methodologies for in Vitro Cultivation of Arbuscular Mycorrhizal Fungi 357

lated daughter spores with a new host root. Only the first generation initi-
ated with this daughter spore and subsequent generations will be adapted
for such studies.

6.2
Disinfection Process

For a successful disinfection of spores and root pieces, a combination of
antibiotic treatments should be applied on the extracted material (spores or
root pieces). The successful combination of chloramine T and streptomycin
was developed for Glomus species by Mosse (1962) and later a combination
of chloramine T, streptomycin and gentamicin with the inclusion of the
surfactant Tween 20 was reported by Mertz et al. (1979) for Gigaspora
species. As an alternative, or as supplement to the use of antibiotics, sodium
hypochlorite was used by Daniels and Menge (1981). Nowadays, sodium
hypochlorite is replaced by calcium hypochlorite, since it is an instable
product which degrades when remaining attached to the fungal propagules.
The sodium hypochlorite solution, however, when not rinsed thoroughly,
stays around the disinfected spores or root pieces where it can have a toxic
effect. Besides this chemical treatment, Strullu andRomand(1986) adjusted
a physical treatment, i.e. a treatment with sonications. With this treatment,
even the microparticles which remain attached to the root pieces and spores
are removed, assuring a thorough cleaning of the material.

6.2.1
General Considerations

Prepare all the material under laminar flow. The vacuum outlet and filtra-
tion system (Fig. 6F) should be assembled, the nylon membrane placed on
the filter support, and the apparatus autoclaved at 121 ◦C for 15 min (1 bar
pressure).

The disinfection occurs in two main steps (Fig. 5): a chloramine T treat-
ment (step 1) and an antibiotic treatment (step 2). Prior to the disinfection
process and depending on the propagule, i.e. spore or root fragment, and
on the complexity of its structures, e.g. ornamented spores which influence
the level of contamination, it is necessary to resort to pre-treatment steps
(Fig. 5) or to adapt the duration of contact with each solution.

Some species like Gi. margarita and Gi. gigantea require a cold treatment
prior to disinfection. In this case, the spores are placed at 4 ◦C (3 weeks)
prior to isolation and disinfection (Fortin et al. 2002).
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Fig.5. Summary of the disinfection procedure. 1 Exposure time must be adapted to the
contamination level of the starting material and the sensibility of the structures. 2 These
steps can be suppressed if the root is not too contaminated and fragile

6.2.2
Material

Equipment

– Laminar flow hood
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– Vacuum filtration apparatus (Whatman®)

– Sonicator

– Stereo microscope

– Cooled heated incubator

– Bunsen burner or bead sterilizer

Laboratory material

– Sterile Petri plates (90mm diameter)

– Petri plate filled with MSR medium

– 20-ml sterile syringe

– 0.2-µm sterile filter (Acrodisc GelmanSciences)

– Sterile nylon membrane with 0.45-µm pores, 25-mm diameter
(adapted to the vacuum apparatus; GelmanSciences)

– Sterile Pasteur pipette

– Spoon

– Forceps

– Scalpel

– Needles

– Adjustable volume pipette and sterile tips

– Small plastic wrap roll

– 50-ml sterile centrifuge tube (falcon type) or sterilized small
beaker

– 50-ml floating (polystyrene) support for centrifuge tube (or
small beaker)

– Ground clay (Terragreen®)

6.2.3
Solutions for Disinfection

For about 100 spores, 30 sporocarps or 10 root fragments:

1. Sterile water 1 l.
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Fig.6A–H.� Illustration of the disinfecting process. A–G refer to spores/sporocarps (see
Sect. 6.2.4), and H refers to root fragments (see Sect. 6.2.5). A Sampling of spores from
a pot culture. B Sieving of soil sample. C Soil fractions after sieving. D, E Selection of spores
for the disinfection process. F Illustration of the disinfection material (spores/sporocarps).
G Scheme of the disinfecting process for spores (sporocarps). 1 Transfer of the propagules
to the filtration apparatus, 2–5 rinsing with water, 3 agitation, 4 chloramine T treatment
(step 1), 6 antibiotic treatment (step 2), 7 transfer to antibiotics solution. H Illustration of
the disinfection material (root fragments)

2. Ethanol 95–98% (100 ml) for pre-treatment 1 and disinfection of the
material.

3. Calcium hypochlorite solution 2% (= 20 g/l, 100 ml) for pre-treat-
ment 2.
– Remark: When the calcium hypochlorite is not totally dissolved, the
solution must be filtered through a Whatman® filter paper no. 1.

4. Chloramine T 2% solution (= 20 g/l) with two drops of Tween 20
(should be added before use; 100 ml; solution for step 1).

5. Antibiotics solution: Streptomycin sulphate 0.02% (20 mg/100 ml)
and gentamicin sulphate 0.01% (10 mg/100 ml; 100 ml; solution for
step 2).
– Remark: This must be filtered with a 0.2-µm acrodisc filter (Gel-
manSciences) before use.

6.2.4
Spores, Sporocarps

Sampling of Inoculum.
Spores or sporocarps can be collected from a field soil sample or from a pot
culture.

1. Sample approximately 100 ml of soil (growth substrate) with a spoon
from a pot culture and transfer to a plastic container or a small beaker.
The soil sample should be homogeneous, thus recovered from the
complete volume of the pot culture. Refill the hole with fresh growth
substrate (Terragreen®; Fig. 6A).

2. Transfer the soil to a 1-l beaker and add 500 ml of demineralized water.
Mixgently andbefore complete settling transfer the supernatant to the
top of a sequence of sieves with cutoffs 500, 106 and 38 µm (Fig. 6B).
This combination is suitable to collect AM fungal spores; the upper
fraction will retain soil and root debris but also mycorrhizal roots,
while both other fractions will retain spores belonging to all the
genera.
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3. Transfer each fraction to a glass Petri plate with a small amount of
water (Fig. 6C). Pick up the spores (∼ 100) or sporocarps (∼ 30)
with an automatic pipette under a binocular microscope (Fig. 6D).
Wash the spores several times in water until complete elimination
of fine debris is achieved. The debris-free spores (or sporocarps) are
transferred to a small tube containing water (Fig. 6E).

Remark: When few spores are present in the sample, it may be more con-
venient to use the centrifugation method based on the establishment of
a gradient using a highly concentrated substance like sucrose, glycerol or
Percoll etc. (Mertz et al. 1979; Furlan et al. 1980; Hosny et al. 1996).

Disinfection Procedure.
1. To eliminate soil debris from the peridium of the sporocarps, treat

them in an ultrasonic bath for 1 min. Usually, such pre-treatment is
not required for spores, unless they are ornamented.

2. Transfer the cleaned spores or sporocarps to the filtration apparatus
connected to a vacuum outlet (Fig. 6F and G, image 1), rinse them
twice with sterile water (Fig. 6G, image 2) and agitate gently with
a Pasteur pipette (Fig. 6G, image 3). Water outflow should be constant
and slowed down by the end of the process to eliminate the liquid,
but avoiding complete drying of the membrane.

3. Treat the spores or sporocarps with chloramine T 2% solution (with
2–3 drops of Tween 20), and filter it very slowly through the spores or
sporocarps for a 10-min period. Continue manual agitation with the
Pasteur pipette during the treatment (step 1, Fig. 6G, image 4).

4. Wash the spores three times with sterile water (Fig. 6G, image 5).

5. Treat the spores with the antibiotic solution for 10 min by following
the same process as described above (step 2, Fig. 6G, image 6).

6. When the solution is removed, interrupt the filtration carefully and
transfer the membrane supporting the disinfected spores or sporo-
carps into a plastic Petri plate containing the filtered antibiotics solu-
tion (Fig. 6G, image 7).
Remark: After the solution is removed, the membrane must be wet but
without liquid film on its surface which can cause the loss of spores
when the apparatus is disassembled.

7. Under a binocular microscope, select healthy-looking spores and
place them in Petri plates containing the MSR medium (five spores
or one sporocarp per plate; enough space should be left between the
spores to facilitate their transfer after germination; Fig. 7A).
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Fig.7A–F.Establishment of a monoxenic culture from a disinfected spore. A–C Extraction of
a disc of gel supporting the germinated spore. D Selection of a suitable host root. E Placement
of the propagule and the host root in a round Petri plate. F Placement of the propagule and
the host root into a square Petri plate

8. Seal the Petri plates with plastic wrap and incubate at 27 ◦C in the
dark.

6.2.5
Root Fragments, Isolated Vesicles

Sampling of Inoculum.
The best results are obtained with young, healthy roots containing nu-
merous vesicles. This type of material is not easy to collect under field
conditions, and mycorrhizal roots from trap plants cultured in the green-
house are more suitable to initiate a monoxenic culture. Leek plants are
a convenient host because the roots are white and translucent, making the
vesicles of the fungus more easily observable.

1. Sample roots from pot culture with a forceps.

2. Under a stereo-microscope, select between 10 and 20 root fragments
(∼ 5 cm length) which containing numerous vesicles.
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3. Rinse them with demineralized water and store in a sterile 50-ml tube
(or in a sterile glass beaker) in sterile water (under laminar flow).

Disinfection Procedure.
The sterile tube is placed in an ultrasonic bath on a floating support. The
apparatus is alternatively switched on half of the time for each disinfection
step (Fig. 6H).

1. Clean the roots thoroughly with sterile (demineralized) water, three
times.

2. Treat the roots with alcohol (95–98%) for 10 s (pre-treatment 1)
(Fig. 5).

3. Rinse three times with sterile (demineralized) water.

4. Treat the roots with the calcium hypochlorite solution for 1–2 min
(pre-treatment 2) (Fig. 5).

5. Rinse three times with sterile (demineralized) water.

6. Treat the roots with the solution of chloramine T 2% (20 g/l, with 2–3
drops of Tween® 20) for 10 min (step 1).

7. Rinse 3 times with sterile demineralized water.

8. Treat the roots with the antibiotic solutionsm for 10 min (step 2)
(Fig. 5).

9. Remove the antibiotic solutions and transfer the roots to a Petri plate
with a fresh antibiotic solution. Keep them in the antibiotic solution
until use.

10.Place one root fragment of 1-cm length, containing numerous vesicles
(selected under the binocular microscope), onto a Petri plate filled
with MSR medium.

11.Seal the Petri plates with plastic wrap and incubate at 27 ◦C in the
dark.

Enzymatic Treatment for Vesicle Isolation.
To obtain isolated vesicles, the incubated root fragments, disinfected fol-
lowing the method described above, are treated with an enzymatic solution.
This solution degrades the root and, as a result, the mycorrhizal structures,
i.e. vesicles, intraradical hyphae and arbuscules, are released. Vesicles can
be selected under a binocular microscope and cultivated in vitro on syn-
thetic medium.
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Procedure (following Strullu and Romand 1987).
1. Prepare the enzymatic solution: macerozyme R10: 0.2 g/l, cellulase

R10 : 1 g/l, driselase: 0.5 g/l in 1 l of liquid culture medium.
– Remark: This must be filtered with a 0.2-µm acrodisc filter (Gel-
manSciences) before use.

2. Pour 5 ml of this solution into a Petri plate (45-mm diameter) and
add one drop of streptomycin (5 ml/l).

3. Place about 10 root fragments of 1-cm length into each Petri plate.

4. After 24 h, the root fragmentsare transferred toPetri plates containing
the same liquid culture medium without enzymes.

Different protocols for the liberation of mycorrhizal structures in root
fragments are fully described inSaito (1995) andSolaimanandSaito (1997).

Remark: Isolatedvesicles canalsobeobtainedusingaphysical treatment.
The disinfected root fragments are in this case pierced with a needle. When
the root fragment is opened, the vesicles are released into the surrounding
solution.

7
Monoxenic Culture Establishment

7.1
Germination of Disinfected Propagules

The germination of spores and sporocarps often occurs in a period varying
between 2 and 30 days after disinfection. In general, spores and sporocarps
do not require any specific conditions for germination. However, it has been
observed for some AM fungal strains that germination was stimulated by
the presence of a root or CO2 (Bécard and Piché 1989). Therefore, for some
strains, the propagules are placed in the vicinity of a root. It was also
demonstrated for some Gigaspora species (e.g. Gi. margarita and Gi. rosea)
that cold treatment is always required before isolation and disinfection (see
Sect. 6.2.1).

For mycorrhizal root fragments, the hyphal re-growth from the extrem-
ities of mycorrhizal root segments is usually observed within 2–15 days.
Germination of vesicles occurs 2–10 days after disinfection.

For both inoculum types, spores/sporocarps and mycorrhizal root seg-
ments or isolated vesicles, it is important to associate the germinated
propagules with a host root shortly after germination to avoid damage
of the newly formed hyphae during the association process and to increase
colonization aptitude.
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7.2
Material

Equipment
– Laminar flow hood

– Stereo-microscope

– Cooled heated incubator

– Bunsen burner or bead sterilizer
Laboratory material

– Sterile Petri plates

– Petri plate filled with MSR medium

– Forceps

– Scalpel

– Needles

– Cork borer (0.05 to 0.25cm diameter)

– Adjustable volume pipette and sterile tips

– Small plastic wrap roll

7.3
Association Methods

1. Select a host root (transformed carrot root) of 8-cm length with few
apexes forming a herringbone structure from a 2–3 week old root
organ culture (see Fig. 7D).

2. If the inoculum is a spore (since five spores were placed in the same
plate for germination):

a) From a Petri plate filled with the MSR medium, remove a disc
of agar with a cork borer. This disc should be identical in size
to the disc of gel supporting the germinated spore.
For Glomus and Scutellospora, the disc of gel should be removed
from the centre of a mono-compartmental Petri plate (9-cm
diameter) or from the centre of the proximal compartment of
a bi-compartmental system (for Glomus).
For Gigaspora species, the disc of gel should be removed from
the centre of the upper part of a square mono-compartmental
plate. The diameter of the disc should be large enough to include
the spore and germinating hyphae (9-mm diameter is usually
enough; Fig. 7A–C).
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Fig.8A–G. Illustration of subcultures from dissolved spores. A Selection of a piece of gel
containing spores. B–D Addition of 10 mM citrate buffer to dissolve the gel. Spores can be
better separated when the gel piece is fragmented. E Separation of spores in small clusters.
F, G Host root inoculation

b) Transfer the disc of gel supporting the germinated spore of
Glomus and Scutellospora (Fig. 7D, E) or Gigaspora (Fig. 7F)
into the hole of the removed disc.

c. Continue with step 3.

3. Place the root carefully in the near vicinity of the propagule (spore,
sporocarp or mycorrhized root fragment) into the Petri plate, so
that the growing hyphae are perpendicular to a secondary root (see
Fig. 7E, F).

4. Seal the Petri plates with plastic wrap and incubate in an inverted
position at 27 ◦C in the dark for the Glomus and Scutellospora species
in mono- or bi-compartmental systems. The Gigaspora cultivated in
a square Petri plate has to be incubated vertically (root in the upper
part) at 27 ◦C in the dark.
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8
Continuous Culture

8.1
Association Establishment

For a Glomus species like G. intraradices, a mycelium appears after a few
days and new spores are produced very quickly thereafter. The mycelium
grows extensively, rapidly invading the complete volume of the Petri plate.
In the bi-compartmental system, the sporulation is higher in the distal
compartment containing no carbon (see Sect. 3). The sporulation capacity
of the fungal strain and the development of mycelium depend on the strain.
After 3 months, a culture of G. intraradices can produce more than 10,000
spores.

For other Glomus strains, for example, G. caledonium, which produces
large spores and few vesicles, mycelium can grow rapidly and extensively
but spores appear very slowly (after one or more months).

For Gigasporaceae (Gi. rosea, S. reticulata, etc.), the production of my-
celium is less profuse, auxiliary cells appear rapidly, but it takes several
weeks for spores to be produced (Fortin et al. 2002).

8.2
Continuous Culture

The first continuous culture (see definition in Chap. 1) of Glomus species
was achieved by Strullu and Romand in 1986 using the intraradical form,
and was thereafter extended to various AM fungi (Table 1). The continuous
culture is obtained by associating monoxenic mycorrhizal roots and/or
spores (Chabot et al. 1992), often attached to extraradical mycelia, to a new,
actively growing non-mycorrhizal host root, onto a fresh medium. This
first method is largely used and is effective for a range of Glomus species
(Diop et al. 1994a; Strullu et al. 1997; Declerck et al. 1998, 2000) and for
Scutellospora reticulata (de Souza and Declerck 2003; Table 1).

A second method has been used by St-Arnaud et al. (1996) and is effec-
tive for Glomus species having a well-developed intraradical phase, such as
G. intraradices. In this method, apical segments of actively growing mycor-
rhizal roots with or without extraradical mycelium-supporting spores are
transferred to a fresh medium. The root and associated fungus continue to
proliferate across successive transfers onto fresh medium. This procedure
requires the use of young, actively growing cultures, to allow the continuous
growth of the host root.
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For Glomus species producing few spores and vesicles, continuous cul-
tures are difficult to obtain. For Gigaspora species they were only reported
as unpublished results in Fortin et al. (2002). Hence, for this latter species, it
is necessary to periodically start new monoxenic cultures with disinfected
spores from pot cultures.

8.3
Material

Equipment

– Laminar flow hood

– Stereo-microscope

– Cooled heated incubator

– Bunsen burner or bead sterilizer

– Agitator (preferably rotating agitator)

Laboratory material

– Sterile Petri plates

– Petri plate filled with MSR

– 20-ml sterile syringe

– 0.2-µm sterile filter (Acrodisc GelmanSciences)

– 50-ml sterile centrifuge tube (falcon type)

– Forceps

– Scalpel

– Needles

– Adjustable volume pipette and sterile tips

– Small plastic wrap roll

8.4
Solutions

1. Citric acid stock solution: 0.1 M (autoclaved).

2. Sodium citrate stock solution: 0.1 M (autoclaved).
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3. Citrate buffer (0.01 M): under laminar flow, mix 0.018 volume citric
acid solution, 0.082 volume sodium citrate solution, complete the
volume with sterile water, and adjust the pH to 6 if necessary with
NaOH 1 M. The solution is filtered through an acrodisc 0.2 mm before
use.

4. Sterile water.

5. Ethanol for material disinfection.

8.5
First Method: Propagule Re-Association

8.5.1
Isolation of Propagules

Propagules can be extracted from the gel in several ways:

1. If spores are relatively big (> 150 µm) and occur in small quantity
(such as Gigaspora, Scutellospora and some Glomus species), it is easy
to extract a single spore attached to the extraradical mycelium with
a needle. Only one spore is necessary to start a new culture but, to
increase the chances of association, around five spores can be use as
inoculum.

2. If spores are numerous and of small to medium size, such as reported
for the majority of the Glomus species cultured monoxenically, simply
cut a small piece of gel containing large amount of spores (i.e. 1–5
cubes of 0.5 cm3,∼ 200 spores) attached to the extraradical mycelium.

3. Alternatively, for species producing high numbers of spores, the
gelling agent may be removed from the culture medium, to stim-
ulate re-growth of the fungus. The gelling agent (=agar substitutes
like Gelgro or Phytagel but not agar) can be dissolved by a citrate
buffer (10 mM; Fig. 8) as follows:

a. Extract a piece of gel containing approximately 200 spores from
the mother culture and transfer it to an empty sterile Petri plate
(diameter 9 cm; Fig. 8A–C).

b. Add 10× the volume of citrate buffer filtered through a 0.2-µm
acrodisc (for example, for a gel block of 0.5 g, add 5 ml of buffer)
and seal the plate with plastic wrap.
Remark: Do not put too much liquid in the Petri plate, to avoid
any risk of contamination (for example, in a Petri plate of 9-cm
diameter, put a maximum of 25 ml citrate buffer; Fig. 8C, D).
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3. Agitate the Petri plate slowly on a rotating agitator (50 rotation/min)
at 25–27 ◦C for 30 min to 1 h, depending on the volume of gel to
dissolve.

4. Transfer the spores attached to the extraradical mycelium to a new
Petri plate containing sterile water using a binocular microscope (un-
der laminar flow), then separate the spores into individuals or lit-
tle clusters attached to the extraradical mycelium (containing 15–30
spores, depending on spore size; Fig. 8E).

8.5.2
Association with a Root Host

1. Place a transformed carrot root suitable for association (8-cm length,
with about six secondary roots of 1–2 cm length) in a Petri plate filled
with the MSR medium. In the mono-compartmental culture system
using square Petri plates (suitable for Gigaspora species), the root is
placed in the upper part of the Petri plate; in the other models (round
mono- and bi-compartmental), the root is placed in the centre of the
root compartment.

2. Place the medium pieces containing spores attached to the extrarad-
ical mycelium, or the single spore (or spores clusters) and/or myc-
orrhizal root pieces homogeneously along the root, in the vicinity of
secondary roots, to favour the association (Fig. 8F, G). Association
generally occurs near the growing apex where the cellular wall is
thinner and easier to penetrate.

3. Seal the Petri plate with plastic wrap and incubate at 27 ◦C in the dark
in an inverted position (vertically for Gigaspora species).

Germination and association usually occur between the 3rd and the 15th
day after association.

8.6
Second Method: Mycorrhized-Apex Transfer

For Glomus species showing a well-developed intraradical phase, the easiest
way to obtain a continuous culture is to transfer a section (2 × 2 cm)
of medium containing healthy root apexes with extraradical hyphae and
spores onto a Petri plate containing MSR medium. The mycorrhizal root
continues to grow and the fungus proliferates.

Remark: It is necessary to use a young culture (some weeks). When the
culture is too old, the medium becomes exhausted and the root becomes
necrotic.



372 S. Cranenbrouck et al.

9
Conclusion

The protocols presented here aim to give researchers the possibility to
initiateandmaintain theirownAMfungalmonoxeniccultures.Theyshould
encourage general use of such fungal materials, enlarging the diversity of
species cultured in this system. The undisputable benefits derived from this
culture systemarehighlighted inall chaptersof thisbook.This considerable
impact is not only restricted to the study of symbiotic interactions, but also
permits the increase inknowledge in themorphology, taxonomy,phylogeny
and biochemistry fields together with some aspects of their ecology.
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