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PREFACE |

Nanotechnology is poised to make potentially revolutionary innovations in areas of
biomedical science such as diagnostics, drug therapy, and imaging. In the future, nan-
otechnology using different biomarkers will be able to diagnose patients in much ear-
lier stages of disease. Microchip-based diagnostic tests using biomarkers conjugated
to nanoparticles or quantum dots can detect abnormalities at molecular levels that po-
tentially can lead to disease progression. Nanotechnology can overcome anatomical
and physiological barriers to deliver drugs more effectively to the target sites to reduce
nonspecific effects. Many drugs, especially modern therapeutics, cannot be successful
unless mechanisms for their effective delivery are developed. Nanotechnology can be
a powerful tool to address delivery-related issues such as poor solubility or stability in
biological environments. Imaging plays an important role in detection of pathologies
such as tumors or vascular pathologies. Magnetic nanoparticles are under extensive in-
vestigation to enhance and improve the magnetic resonance imaging (MRI) capability
for early detection of diseases.

Researchers in this area realize that the field of nanotechnology has matured over
the last two decades of extensive research. We have developed the ability to design new
systems, smart bioresponsive polymers that respond to changes in the bioenvironment
stimulated by disease conditions, and we have a better understanding of their action
mechanisms, interactions with cells and tissue, body distribution, and clearance. Also,
we know how to assemble biomolecules into different nanostructures. We appreciate the
pros and cons of each system and are making every effort to refine them to further enhance
their therapeutic potential. The progress in the field of nanotechnology is evident from the
range of nanotechnologies under various stages of clinical development from diagnostic
to drug delivery applications. The field has certainly galvanized interdisciplinary research
by bringing together polymer science, biology, pharmaceutical sciences, medicine, and
physical science. Collaborative efforts address issues from various angles, and they may
develop more effective solutions.

As we continue exploring nanotechnology for biomedical applications, it is essential
for us to ensure that the nanotechnologies developed are safe. Nanotoxicity is an emerging
field of research that will become an integral part of nanotechnology research; however,
the burden for ensuring the safety of these technologies resides with all of us. We are
pleased to cover some of the above important aspects of nanotechnology in this book.

Cleveland, Ohio VINoD LABHASETWAR
Lincoln, Nebraska DianDrA L. LESLIE-PELECKY
March 2007
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BIOLOGICAL APPLICATIONS
OF MULTIFUNCTIONAL
MAGNETIC NANOWIRES

Edward J. Felton and Daniel H. Reich

1.1 INTRODUCTION

Nanoscale magnetic particles are playing an increasingly important role as tools in
biotechnology and medicine, as well as for studying biological systems. With appropri-
ate surface functionalization, they enable the selective application of magnetic forces to
a wide range of cells, subcellular structures, and biomolecules, and have been applied
to or are being developed for areas including magnetic separation, magnetic biosensing
and bioassays, drug delivery and therapeutics, and probes of the mechanical and rheo-
logical properties of cells [1-10]. Despite these successes, however, the structure of the
magnetic particles in common use limits the range of potential applications. Most bio-
magnetic particles available today are spherical, with either (a) a “core-shell” structure
of concentric magnetic and nonmagnetic layers or (b) magnetic nanoparticles randomly
embedded in a nonmagnetic matrix [2, 11]. These geometries constrain the range of
magnetic properties that can be engineered into these particles, as well as their chem-
ical interactions with their surroundings, because such particles typically carry only a
single surface functionality. A new and more versatile approach is to use asymmetric,
multisegment magnetic nanoparticles, such as the metal nanowires shown in Figure 1.1.

Biomedical Applications of Nanotechnology. Edited by Vinod Labhasetwar and Diandra L. Leslie-Pelecky
Copyright © 2007 John Wiley & Sons, Inc.



2 BIOLOGICAL APPLICATIONS OF MULTIFUNCTIONAL MAGNETIC NANOWIRES

Figure 1.1. (a) Schematic illustration of magnetic nanowires, showing single-segment, two-
segment, and two-component multisegment nanowires. (b) SEM image of 15 wm Ni nanowires
(from Ref. 24, reproduced with permission of The Royal Society of Chemistry). (c) EELS image
of Ni—Cu multisegment nanowires (reprinted with permission from Ref. 15, Copyright 2003,
American Institute of Physics). (d) Nanoporous Au-Ag nanowire with Ag etched away.
(Reprinted with permission from Ref. 16. Copyright 2003 American Chemical Society.)

The multisegment architecture of these particles, along with the ability to vary the aspect
ratio and juxtaposition of dissimilar segments, allows the nanowires to be given a wide
range of magnetic, optical, and other physical properties. In addition, differences in
the surface chemistry between segments can be exploited to selectively bind different
ligands to those segments, enabling the development of magnetic nanoparticle carriers
with spatially resolved biochemical functionality that can be programmed to carry out
multiple tasks in an intracellular environment.

This chapter provides an overview of recent results of a research program, centered
at Johns Hopkins University, that is aimed at development of multifunctional magnetic
nanowires for biotechnology applications. Section 1.2 provides a brief introduction
to the fabrication process, and this is followed in Section 1.3 by an overview of the
physical properties of the nanowires that are important in a biotechnological context.
Sections 1.4-1.6 describe our development of the needed “tool-kit” for biological ap-
plications: manipulation of the nanowires in suspension, chemical functionalization,
and self-assembly techniques. Section 1.7 discusses prospects for magnetic biosensing
using nanowires, and Sections 1.8 and 1.9 discuss the major biological applications of



PHYSICAL PROPERTIES 3

the nanowires explored to date: novel approaches to magnetic separations, new tools for
cell positioning and patterning, and new carrier particles for drug and gene delivery.

1.2 NANOWIRE FABRICATION

Nanowires are fabricated by electrochemical deposition in nanoporous templates. Orig-
inally developed for fundamental studies of the electrical and magnetic properties of
modulated nanostructures [12], this method offers control of both nanowire size and
composition and thus allows the nanowires’ magnetic and chemical properties to be
tailored for specific biological applications. To make the nanowires, a copper or gold
conductive film is sputtered on one side of the template to create the working electrode
of a three-electrode electrodeposition cell. Metal is then deposited from solution into
the template’s pores to form the wires. The nanowires’ diameter is determined by the
template pore size and can range from 10 nm to approximately 1 pwm. The wires’ length
is controlled by monitoring the total charge transferred and is only limited by the thick-
ness of the template. After the nanowire growth is complete, the working electrode film
is etched away and the template is dissolved, releasing the nanowires into suspension.

Ferromagnetic nickel nanowires were commonly used in the work reported here.
Grown in commercially available 50 wm-thick alumina templates, they have a radius
of 175 £20nm and lengths ranging from 5 to 35 wum. An SEM image of 15 pm-long
nickel nanowires is seen in Figure 1.1b. The high pore density of the alumina templates
(3 x 108 cm™2 [13]) enables fabrication of large numbers of nanowires. In addition to
single-component nanowires such as these, nanowires comprised of multiple segments
can be made by changing the deposition solution during growth. This technique has been
used with alumina templates to create two-segment Ni—Au nanowires [ 14]. Alternatively,
multisegment nanowires of certain materials can be grown from a single solution by
varying the deposition potential. One example is the alternating ferromagnetic and
nonmagnetic layers of the Ni—Cu nanowire shown in Figure 1.1c [15]. Nanowires
incorporating two metals can also be synthesized as alloys. In one example, this technique
has been used to produce high-surface area nanoporous Au wires by selectively etching
away the Ag from Au—Ag alloy nanowires, as shown in Figure 1.1d [16].

1.3 PHYSICAL PROPERTIES

The elongated architecture of the nanowires and the flexibility of the fabrication method
permit the introduction of various magnetic and other physical properties. The mag-
netic properties can be tuned and controlled through the size, shape, and composi-
tion of magnetic segments within the wires. For example, due to their high magnetic
shape anisotropy, single-segment magnetic nanowires form nearly single-domain states
with large remanent magnetizations for a wide range of nanowire lengths. This is il-
lustrated in Figure 1.2, which shows magnetic hysteresis curves for 175 nm-radius
nickel nanowires of different lengths [17]. The shape of the hysteresis curves is
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Figure 1.2. Room temperature magnetization versus field curves for 1 to 2 um beads, 5,
15, and 35 pm nanowires. Inset: Saturation moment versus nanowire size. (Reprinted with
permission from Ref. 17. (©) 2004 |EEE.)

nearly independent of nanowire length, with coercive field He ~ 250 Oe and remanent
magnetization Mg ~ 0.8Myg, where My is the saturation magnetization. These large, sta-
ble, and well-aligned moments make such nanowires useful for low-field manipulations
of cells and biomolecules, as discussed in Section 1.8. As seen in the inset, Mg scales
linearly with the wire length, and at high fields the nanowires have moment per unit
length w/L = 3.9 x 10~!! emu/pwm. For comparison, Figure 1.2 also shows the magnetic
moment of commercially available 1.5 pm-diameter magnetic beads. Note that while the
volume of the longest nanowires shown here is only 1.5 times that of the beads, their high-
field moment is 20 times that of the beads. Thus the nanowires can provide significantly
larger forces per particle in magnetic separations and other high-field applications.

There are, of course, biomagnetic applications in which large magnetic moments
in low field are not desirable. These include situations in which it is important to con-
trol interactions among particles to reduce agglomeration in suspension. The remanent
magnetization of multisegment nanowires such as those shown in Figure 1.1c can be
tuned by controlling the shape of the magnetic segments [15, 18, 19]. If the magnetic
segments within a multisegment nanowire have an aspect ratio greater than unity, shape
anisotropy favors the adoption of a high-remanence state with the segments’ moments
parallel to the wire axis, even if they are short compared to the length of the nanowire,
as shown in Figure 1.3a. In contrast, if the magnetic segments are disk-shaped (aspect
ratio < 1), the shape anisotropy of the individual segments favors alignment of their
moments perpendicular to the nanowire axis. Dipolar interactions between the segments
then favor antiparallel alignment of the moments of neighboring segments, leading to a
low-moment state in zero field, as shown in Figure 1.3b.

In addition to defining the magnetic properties, the segment composition can be
exploited for other purposes. For example, the high-surface-area nanoporous gold seg-
ments previously mentioned (Figure 1.1d) can be used for efficient chemical function-
alization, or for biosensing applications. Optical properties of the nanowires can also



PHYSICAL PROPERTIES 5

M/M

-5000 0 5000

M/M
o

5|0 100
» g, t(Cu) (nm)
-5000 0 5000
H (Oe)

Figure 1.3. Room temperature magnetization versus field curves for arrays of Ni-Cu multi-
layer nanowires in the template. (a) Ni-Cu nanowires with rod-shaped Ni segments (aspect
ratio 2.5) and easy axis parallel to the nanowire axis. (b) Ni-Cu nanowires with disk-shaped
Ni segments (aspect ratio 0.1) and easy axis perpendicular to the nanowire axis. The inset
shows the remanence for Ni-Cu nanowires with disk-shaped Ni segments as a function of Cu

layer thickness. (Reprinted with permission from Ref. 15. Copyright 2003, American Institute
of Physics.)
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be controlled. Differences in reflectivity in Au—Ag multisegment nanowires are being
exploited for “nano-barcoding” of molecules and subcellular structures [20], and oxide
segments with intrinsic fluorescence can also be introduced.

1.4 MAGNETIC MANIPULATION OF NANOWIRES

The large and tunable magnetic moments of nanowires allow precise manipulation
of molecules and bound cells, with applications ranging from cell separations to two-
dimensional cell positioning for diagnostics and biosensing, and to the potential creation
of three-dimensional cellular constructs for tissue engineering. The approaches we have
developed for these applications take advantage of nanowire—nanowire interactions,
as well as their interactions with lithographically patterned micromagnet arrays and
external fields. To illustrate these capabilities, we first discuss manipulation of the
nanowires themselves.

In liquid suspensions, the nanowires readily orient with their magnetic moments
parallel to an applied field. Single-segment and multisegment nanowires with long
magnetic segments align with the wire axis parallel to the field, and multisegment wires
with disk-shaped segments align perpendicular to the field [15,21]. When magnetized,
the nanowires interact through dipole—dipole magnetic forces. Self-assembly of the
nanowires can be achieved, either in suspension or by allowing the wires to settle on
flat substrates. This process can be controlled by an external field. Without an applied
field, the nanowires are randomly oriented in the suspension, and they will assemble
into random collections due to the anisotropy of the dipolar interaction. Application of
a small field suppresses this random aggregation by prealigning the nanowires parallel
to each other. The nanowires then form end-to-end chains as they settle out of solution,
as shown in Figure 1.4 [22]. The addition of descending nanowires to chains settled on
the substrate can yield chains that extend over hundreds of micrometers.

POEIP eIy S v

50 um

e S .
Figure 1.4. Optical micrograph of Ni nanowire chain formation after precipitation from a
water suspension in an 8-G external magnetic field. (Reprinted with permission from Ref. 22.
Copyright 2002, American Institute of Physics.)
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0 5 10 15 20 25 30
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Figure 1.5. Separation versus time for four chain-formation events in a 4-Oe external field.
Events (1) and (2) were in water, and events (3) and (4) were in ethylene glycol. (Reprinted
from J Magn Mater, 249, C. L. Chien et al., Electrodeposited magnetic nanowires: Arrays, field-
induced assembly, and surface functionalization, 146-155. Copyright 2002, with permission
from Elsevier.)

The motion of both bare nanowires and nanowires bound to cells in suspension is
governed by low Reynolds number hydrodynamics, and a nanowire’s velocity is given
by v=F/D, where F is the net force due to external fields, neighboring nanowires, and
gravity, and D is the appropriate viscous drag coefficient. Integrating this equation of
motion allows precise prediction and modeling of the nanowires’ dynamics [21, 23].
For example, Figure 1.5 shows an analysis of a video microscopy study of nanowire
chaining dynamics. For all the events shown in Figure 1.5 the wires or chains are nearly
collinear. In this case, the force between two wires or chains of lengths L; and L, is

10=-G (5o eaty e E )
T\t r+ L) 4+ L) (r+Li+ L))

where r is the end-to-end separation. The nanowires are described very accurately in
this and in all subsequent modeling discussed below as extended dipoles with magnetic
charges £Q,, = & Mma?® separated by L, where M is the wire’s magnetization. The solid
curves are fits to r(f) based on the (somewhat involved) analytic form determined from
the one-dimensional equation of motion dr/dt = Df(r), where D = D D,/(D; + D>) is
the reduced drag coefficient. Full details are given in Ref. 21. These results demonstrate
that quantitative predictions of the nanowire—nanowire interactions and dynamics can
be made.

Another important manipulation tool involves using the strong local fields generated
by micrometer-size magnetic features patterned by microlithography on substrates to
capture and position nanowires and cells [22,24,25]. This “magnetic trapping” process
works because the nanowires are drawn into regions of strong local field gradients
produced by the patterned micromagnets, such as those at the ends of the Ni ellipses
shown in Figure 1.6. The snapshots show video frames from a trapping event, and
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Figure 1.6. Distance from the center of a 10 um Ni nanowire to the center of the gap be-
tween two elliptical micromagnets versus time. A 10 G external magnetic field is oriented paral-
lel to the long axis of the micromagnets. Points (a)—(e) correspond to the inset videomicroscopy
images. Inset image (f) is a reflected light image taken after the solvent dried. (Reprinted with
permission from Ref. 24. Copyright 2003, American Institute of Physics.)

the trace shows the distance z(#) of the wire from the trap versus time. Analysis of
the force produced on the wire by the micromagnets again yields a simple model that
can be integrated to obtain z(¢) (solid curve). A SEM image of a nanowire trapped by
micromagnets is presented in Figure 1.7.

1.5 CHEMICAL FUNCTIONALIZATION

The ability to chemically functionalize nanowires enhances their utility in biological
applications. Selectively binding ligands to the surface of nanowires allows additional
control of interactions between nanowires, between nanowires and surfaces, and between
cells and nanowires, as well as control of the wires’ optical characteristics.

We have built on prior knowledge of surface chemistry on planar metallic films
[26-28] to selectively functionalize both single- and multicomponent nanowires. Func-
tionalization of nickel utilizes binding between carboxylic acids and metal oxides, in

Figure 1.7. SEM image of a nanowire magnetically trapped between two micromanets.
(Reprinted with permission from Ref. 22. Copyright 2002, American Institute of Physics.)
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this case the native oxide layer present on the nanowires’ surface [29], while gold
functionalization makes use of the well-known selective binding of thiols to gold [30].
It is therefore possible to attach various molecules possessing a compatible binding
ligand to a particular metallic surface. This has been demonstrated with single-segment
nickel nanowires that have been functionalized with hematoporphyrin IX dihydrochlo-
ride (HemIX), a fluorescent molecule with two carboxylic acid groups [14,21,23], as
well as 11-aminoundecanoic acid and subsequently a fluorescent dye (Alexa Fluor 488
or fluorescein-5-isothiocyanate (FITC)) [14]. Single-segment gold nanowires have been
functionalized with thiols including the thioacetate-terminated thiol P-SAc [24] and
1,9-nonanedithiol with the fluorescent dye Alexa Fluor 546 [14].

Multisegment nanowires are attractive because the differences in surface chemistry
between different segments makes possible spatially resolved chemical functionaliza-
tion with multiple molecules on the same nanowire, with different ligands directed to
different segments. Our work with two-segment Ni—Au nanowires serves as an example
of this spatially resolved functionalization. In one scheme, after exposure to HemlIX,
Ni—Au nanowires showed strong fluorescence from the Ni segments, and the Au seg-
ment exhibited weak fluorescence due to nonspecific HemIX adsorption. However, after
simultaneous functionalization with HemIX and Au-specific nonylmercaptan, only the
Ni segments showed fluorescence, indicating that the nonylmercaptan had attached to
the Au segment to prevent nonspecific binding of HemIX [14,24]. Bauer and co-workers
also reacted Ni-Au nanowires with 11-aminoundecanoic acid and nonylmercaptan, and
then subsequently with Alexa Fluor 488, which binds only to the 11-aminoundecanoic
acid. Selective functionalization caused only the Ni segment to fluoresce, as shown in
Figures 1.8a and 1.8b. Conversely, reacting the Ni-Au wires with 1,9-nonanedithiol and
palmitic acid (for specific binding to Ni), and then with Alexa Fluor 546, which binds
only to the 1,9-nonanedithiol, resulted in fluorescence of only the Au segment. Lastly,
exposing Ni—Au nanowires to both 11-aminoundecanoic acid and 1,9-nonanedithiol, and
then adding the fluorescent markers Alexa Fluor 488 and 546, resulted in fluorescence
of both segments.

Selective surface functionalization of nanowires has also been accomplished with
biomolecules. In one study, single-segment nickel and gold nanowires were functional-
ized with palmitic acid and an ethylene glycol-terminated alkanethiol, respectively, to
render the nickel hydrophobic and the gold hydrophilic. Two-segment Ni—Au nanowires
were exposed to both reagents. The nanowires were then exposed to Alexa Fluor 594 goat
anti-mouse IgG protein, an antibody with an attached fluorescent tag. It is known that
proteins are able to attach noncovalently to hydrophobic surfaces, but are prevented from
such binding to hydrophilic surfaces. As seen in Figures 1.8c and 1.8d, only the nickel
surfaces showed fluorescence, confirming that they had been selectively functionalized
with the protein [31].

Other experiments involving functionalization with biomolecules have used two-
segment Ni—Au nanowires as synthetic gene-delivery systems [32]. DNA plasmids
encoding fluorescent proteins were bound to the nickel segment through a carboxylic acid
intermediary, while the cell-targeting protein transferrin was bound to the gold segment
through a thiolate linkage. This application of biomolecule-functionalized nanowires to
gene delivery is detailed in Section 1.9.
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Figure 1.8. (a, b) Two-segment Ni-Au nanowire, functionalized with 11-aminoundecanoic
acid and nonylmercaptan, and reacted with Alexa Fluor 488. (Reprinted with permission from
Ref. 14. Copyright 2003 American Chemical Society.) (a) Reflected light image. (b) Fluores-
cent image showing fluorescence from Ni segment only. (c, d) Two-segment Ni—-Au nanowire
functionalized with palmitic acid and an ethylene glycol-terminated alkanethiol followed by
exposure to a fluorescent protein. (c) Reflected light image, (d) Fluorescence image of Ni seg-
ment. (Reprinted with permission from Ref. 31. Copyright 2003 American Chemical Society.)

1.6 RECEPTOR-MEDIATED SELF-ASSEMBLY OF NANOWIRES

Chemical functionalization has also been used as a means to position nanowires using
receptor-mediated binding to tether nanowires to specific regions of a substrate. This
technique again has many potential biological applications, ranging from cell positioning
to biosensing. Salem et al. [33] have demonstrated this technique using two-segment
Ni—Au nanowires, with 8 wm Ni segments and 1 pwm Au segments. These nanowires
were functionalized by exposure to a solution of palmitic acid and thiol-terminated
biotin. The biotin bound preferentially to the gold segment, and the palmitic acid coated
the nickel segment to prevent nonspecific binding of the biotin to the remainder of the
nanowire. Stripes of avidin were patterned via microfluidics on a silver film that was first
coated with thiol-terminated biotin. Upon introduction of the biotinylated nanowires, the
gold ends of the nanowires were anchored to the patterned regions of the substrate by the
strong linkage between avidin and biotin, resulting in directed assembly of nanowires in
the striped regions, as shown in Figure 1.9. These robust and flexible linkages allowed
the nanowires to be pivoted about their binding points to align with an external magnetic
field.
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Figure 1.9. Optical images and schematic illustrations of receptor-mediated nanowire self-
assembly. Chemically functionalized Ni-Au nanowires are selectively anchored by their gold
ends to patterned stripes of avidin on the substrate. A magnetic field is applied parallel (A)
and perpendicular (B) to the stripes, resulting in pivoting about the nanowire binding points.
(Reprinted with permission from Ref. 33.)

1.7 MAGNETIC SENSING OF NANOWIRES

Detection and identification of biomolecules is becoming a crucial component of many
biotechnological applications, and magnetic biosensing is a rapidly developing and
evolving field [9,10,34-38]. The typical approach to magnetic biosensing uses integrated
arrays of magnetic field sensors, such as GMR devices or magnetic tunnel junctions
[35,36], whose surfaces are functionalized with receptor ligands for analytes of interest.
If an analyte is labeled with a magnetic nanoparticle, its presence can then be detected
by the action of the nanoparticle’s magnetic field on the sensor when the analyte binds
to the surface of the sensor. This thus provides an alternative approach to commonly
used immunofluorescence-based detection techniques, such as ELISA.

Nanowires have shown potential for use in biosensing applications. Many of the
magnetic biosensing schemes currently in development use superparamagnetic beads
as the tagging particles, which requires the use of an external magnetic field to mag-
netize the beads. However, due to their large remanent moment, magnetic detection
of nanowires can be performed in the absence of a large external magnetic field. We
have demonstrated the feasibility of detection of ferromagnetic nanowires, as shown in
Figure 1.10. Using GMR sensors as detectors [39], we find that both the presence and
orientation of single wires are readily detectable, which may make possible a number of



12 BIOLOGICAL APPLICATIONS OF MULTIFUNCTIONAL MAGNETIC NANOWIRES

Sensor signal (uV)

0 50 100 150
Time (s)

Figure 1.10. Voltage versus time trace for two 5 um nanowires detected by a GMR sensor.
(Reprinted with permission from Ref. 39 (C) 2004 IEEE.)

biological applications of GMR devices that complement the coverage assays currently
implemented with beads.

1.8 APPLICATION OF FORCE TO CELLS

The tunable magnetic and chemical properties of nanowires make them an excellent
vehicle for applying forces to cells. Superparamagnetic beads have been in use for
some time as means of force application in biological systems [1-8], but are generally
available only in a spherical geometry and with a single surface chemistry. Nanowires,
however, offer several advantages through the tunability of their magnetic properties.
Ferromagnetic nickel nanowires, for example, feature a large remanent magnetization;
therefore, they can apply large forces in small magnetic fields, as well as a saturation
magnetization that allows for large forces in increased magnetic fields. Furthermore, the
nanowires’ dimensions can be adjusted to span relevant biological length scales. As we
will show, this latter property offers additional versatility in controlling cell-nanowire
interactions.

The binding and internalization of nanowires by cells was investigated by im-
munofluorescent staining of NIH 3T3 mouse fibroblast cells with attached nanowires
for the focal adhesion protein paxillin [40]. The results indicate the presence of focal
adhesions containing paxillin along the length of the nanowires on short timescales, as
seen in Figures 1.11A and 1.11B. The focal adhesions disappear within several hours,
suggesting that the nanowires have been internalized inside the cell membrane. This was
confirmed by coating nanowires with mouse IgG protein and then incubating them with
cells for different durations. After short incubation times, exposure to Alexa Fluor 488
conjugated goat anti-mouse IgG fluorescently labeled nanowires that were attached to
the cell membrane but not internalized (Figures 1.11C and 1.11D), while after longer
incubation times nanowires remained unlabeled, indicating that they had been inter-
nalized and thus protected from the stain. This indicates that the nanowires that were
internalized into the cell through integrin-mediated phagoctytosis.
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Figure 1.11. Binding of cell to nanowire. Top row: (a) Phase contrast image of a cell incu-
bated with a 35 wm nanowire for 30 min and (b) fluorescence image of the same cell indicating
paxillin focal adhesions. Second row: (c) Phase contrast image of a cell after a 30 min incuba-
tion with mouse 1gG-coated nanowires and (d) fluorescence image of the same cell showing
immunofluorescent staining of mouse IgG on the nanowire, indicating that the nanowire is
external to the cell. Third row: (e) Phase contrast image of a cell after a 24 hr incubation
with mouse IgG-coated nanowires and (f) fluorescense image of the same cell. The mouse IgG
on the nanowire is unstained, indicating that the nanowire is internalized. (g) TEM image of
a cell incubated with a nanowire for 24 hr. N, nanowire; M, mitochondria. (Reprinted with
permission from Ref. 40. Copyright 2005 American Chemical Society.)

Attaching magnetic nanowires to cells has enabled their use as a tool for performing
magnetic cell separations. In this process, magnetic particles are bound to cells in
a mixture, which is then put in suspension in a magnetic field gradient. The field
gradient creates a force that collects only cells with attached magnetic particles. Due
to their higher magnetic moment, nickel nanowires have been shown to outperform
superparamagnetic beads when separating cells with attached magnetic particles from
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Figure 1.12. Percent yield versus nanowire length for separations using 15 and 23 um-
diameter cells. Data for superparamagnetic beads provided for reference. (Reprinted with
permission from Ref. 40. Copyright 2005 American Chemical Society.)

those without [13,40]. Further studies have demonstrated that separations with nanowires
become more effective as the length of the nanowires is increased, and they are optimized
when the nanowire length matches the diameter of the cell [17]. This has been confirmed
with 3T3 cells whose average size was increased by exposure to the cell division
inhibitor mitomycin-C. Figure 1.12 shows that the maximum in the separation yield
versus nanowire length tracks the increase in cell diameter.

The manner in which nanowires of different lengths interact with cells was explored
to account for this finding. For nanowires with lengths less than the cell diameter, inter-
nalized nanowires are entirely inside the cell membrane when the cell is in suspension,
as is the case in Figures 1.13A and 1.13B. However, nanowires with lengths greater
than the cell diameter cannot be enclosed by the suspended cells, as seen in Figures
1.13C-E. It is likely that mechanical forces on the nanowire ends protruding from the
cell membrane of suspended cells cause these nanowires to detach from the cells in
some cases, accounting for the reduction in cell separation yield encountered when the
nanowire length exceeds the suspended cell’s diameter [40].

This dependence on nanowire length in nanowire—cell interactions may provide
a new way to select among cells in a heterogeneous population. For example, cell
separations have been performed with cell mixtures, in which half of the cells have
had their diameter increased through exposure to mitomycin-C. Nanowires with lengths
matched to the cells of smaller diameter separated cells of both diameters in equal
proportions, while nanowires matched to the cells of larger diameter separated a higher
proportion of larger cells [40]. This result suggests that it is possible to use magnetic
nanowires to separate heterogeneous cell mixtures based on differences in the physical
size of the cells.

Magnetic nanowires attached to cells can also be used to assemble multicellular
constructs and microarrays of cells. We have used nanowires to direct the self-assembly
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Figure 1.13. Optical images of suspended 3T3 cells. Top row: Suspended cell bound to a9 um
mouse |gG coated nanowire. (a) Transmitted light and (b) composite fluorescense image of
the same cell showing actin filaments and staining of the mouse IgG on an isolated nanowire
(upper left) but not of the bound nanowire that is in the cell. Second row: Suspended cell bound
to a 22 pm mouse IgG-coated nanowire. (c) Transmitted light and (d) composite fluorescent
image of the same cell showing actin filaments and staining of the mouse IgG on both the
portion of the nanowire that is no lkonger internal to the cell and on the isolated nanowire
(right). (e) SEM image of a cell bound to a 22 wm nanowire. (Reprinted with permission from
Ref. 40. Copyright 2005 American Chemical Society.)

of one-dimensional chains of cells by placing suspended cells with attached nanowires
in a uniform magnetic field [25]. The chaining process is similar to the one previously
described in Section 1.4, the difference being that the viscous drag due to the attached
cells is significantly larger than that of just the nanowires, resulting in reduced motion
during the chaining. Figure 1.14 illustrates the cell chaining process with a schematic,
and shows images of chained 3T3 cells.

Magnetic manipulation has also been demonstrated as a technique for organizing
cells into two-dimensional microarrays [25]. These experiments utilized elliptically
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Figure 1.14. Magnetic cell chaining. (a) Schematic of nanowires bound to suspended cells
and aligned in a magnetic field B. (b) Schematic of chain formation process due to magnetic
dipole—dipole interactions between prealigned nanowires. (c) Cell chains formed on the bot-
tom of a culture dish with B=2mT. (d) Close-up of a single-cell chain detailing wire-wire align-
ment. Interactions of North and South poles of adjacent nanowires are indicated schematically
below. (From Ref. 25. Reprinted with permission of The Royal Society of Chemistry.)

shaped permalloy micromagnets that were patterned on substrates. A uniform external
magnetic field applied parallel to the long axis of the micromagnets magnetized them, and
it also co-aligned nanowires with attached cells in suspension in the same direction. The
local magnetic field of the micromagnets attracted nearby nanowires to their poles, where
their field was most intense, while repelling them from the area above them. An example
of cells trapped on the ends of micromagnets in this way is seen in Figure 1.15, along with
a graphical representation of the nanowire—micromagnet interaction energy that indicates
the repulsive region above the micromagnet and the deep, attractive “wells” at each end.

0.5 1
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= x (um)
Figure 1.15. (a) Trapping of single cells by ellipsiodal micromagnets. Aligning field B=2mT.
(b) Calculated wire—ellipse interaction energy U; at a wire height z=3 wm. Ellipse footprint
is shown on the floor of the figure. (From Ref. 25. Reprinted with permission of The Royal
Society of Chemistry.)



APPLICATION OF FORCE TO CELLS 17

Patterning hundreds or thousands of micromagnets into rectangular arrays enabled
ordered cell trapping in two dimensions, and variation of the spacing between magnets
allowed additional control over the type of cell patterns created. As described above, each
micromagnet created an attractive region on its ends and a repulsive region above. For
isolated micromagnets, as in Figures 1.16a and 1.16d, this resulted in individual points
of attraction, whose interaction energy is seen in Figure 1.16g. Micromagnets with their
long axes close together exhibited a row of such points that merge together to become
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Figure 1.16. (a—c) Overview images of cell trapping on magnetic arrays. The direction of the
external field B=10 mT and the fluid flow Q; = 1.7 uLsec™! are shown in (a). The array lattice
parameters are (@) a=125pm, b=100 pm; (b) a=260 pum, b=17 pm; () a=32pm, b=17 pm.
Scale bars in (a—c) =200 wm. (d—f) Close-up images of panels (a—c). Scale bars in (d—f) =20 pm.
(g-i) Calculated magnetic energy for a cell with a wire at a height z=8 um above the regions
shown in (d-f). The wire is attracted to dark regions and repelled from white regions. Selected
micromagnets are outlined. (j-o) Calculated magnetic energy of wire and cell in vertical planes
above the lines in (d-f). The micromagnets appear as thick black lines at the bottom of (j), (1),
and (n). (From Ref. 25. Reprinted with permission of The Royal Society of Chemistry.)
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an attractive “trough,” trapping cells into lines as seen in Figures 1.16b, 1.16e, and
1.16h. Patterning the micromagnets close together in both dimensions effectively merged
together the troughs of two adjacent columns of micromagnets to create alternating bands
of attractive and repulsive regions. The resultant patterned bands of cells are seen in
Figures 1.16c, 1.16f, and 1.16i. The micromagnets can thus be used to create a variety of
attractive and repulsive regions on a substrate that lead to two-dimensional organization
of cells. Such organization has numerous possible applications, including biosensing,
diagnostics, and techniques for tissue engineering.

1.9 NANOWIRE-ASSISTED GENE DELIVERY

The use of synthetic systems for delivering genetic material into cells has several advan-
tages over viral delivery, including ease of production and reduced risk of cytotoxicity
and immunogenicity [41, 42]. Previously introduced nonviral gene delivery methods,
such as liposomes, polymers, and gold particles, are limited in transfection effective-
ness due to difficulties controlling their properties. Nanowires chemically functionalized
with biomolecules, however, offer degrees of freedom unavailable to these other meth-
ods and indeed have been shown to be an effective tool for nonviral gene delivery
[32,43].

Gene transfection experiments were conducted by Salem et al. [33] using two-
segment Ni—Au nanowires with diameter 100 nm and length 200 nm (100 nm Ni, 100 nm
Au). DNA plasmids encoding firefly luciferase or green fluorescent protein (GFP) were
conjugated to 3-[(2-aminoethyl)dithio] propionic acid (AEDP) that was selectively at-
tached to the nickel surfaces via a carboxylic acid terminus. A thiolate linkage was
used to attach transferrin to the gold surfaces. Transferrin was chosen as a cell-targeting
protein because all metabolic cells take in iron through receptor-mediated endocytosis of
the transferrin—iron complex [44], and thus it would increase the probability of nanowire
transport through the cell membrane.

In in vitro experiments, functionalized nanowires were incubated with human em-
bryonic kidney cells (HEK293) and were found to be internalized by the cells, as shown
by SEM, TEM, and confocal microscopy. Additionally, the cells exhibited fluores-
cence due to the firefly luciferase or GFP, indicating genetic transfection (Figure 1.17).
Nanowires functionalized with both transferrin and DNA plasmid displayed substan-
tially increased luciferase and GFP expression compared to nanowires functionalized
only with DNA, confirming that the transferrin was effective in promoting transfection
through receptor-mediated endocytosis.

To test the potential utility of multifunctional nanowires for genetic immunization
applications, an in vivo study was done to measure the immune response in mice to
cutaneous delivery via gene gun bombardment of nanowires functionalized with the
model antigen ovalbumin and a DNA plasmid that further stimulates the immune re-
sponse [43]. Both a strong antibody response in the bloodstream and a strong CD8+
T-cell response in the spleen were observed. A comparison of the antibody response
for the nanowires with that obtained using 1.6 pm gold particles as the carriers is
shown in Figure 1.18. These gold particles are the state of the art in inorganic carriers
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Figure 1.17. Drug delivery using multisegment nanowires, showing HEK cell expressing GFP
after transfection by two-segment nanowires carrying GFP plasmid, and the cell-targeting
agent transferring. (Reprinted by permission from Macmillan Publishers Ltd, Nature Materials

[32], copyright 2003.)

for gene gun bombardment, and delivery methods using them have been optimized over
a number of years. It is thus quite encouraging that the nanowires generate compara-
ble antibody responses in these initial experiments. In the CD8+ T-cell studies, DNA
bound to the nanowires alone generated very low or no response. However, nanowires
with both DNA and the ovalbumin produced an eightfold increase in the CD8+
response compared to nanowires carrying only the ovalbumin. These results suggest
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Figure 1.18. Ovalbumin-specific antibody responses in C57BL/6 mice immunized with func-
tionalized Ni-Au nanowires gold particles: Nanowire formulations included ovalbumin protein
only (OVA Protein), DNA plasmid encoding ovalbumin only (pcDNA3-OVA), ovalbumin protein
and control plasmid (not encoding ovalbumin) (OVA Protein—-pcDNA3), and control plasmid
only (pcDNA3). Gold particle formulations included ovalbumin protein (OVA Protein) and DNA
plasmid encoding ovalbumin protein (pcDNA3-OVA). (Reprinted with permission from Ref. 43.)
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that with further optimization, the ability of the nanowires to deliver multiple immunos-
timulants to the same cell in controlled doses may prove highly effective for genetic
immunization.

1.10 SUMMARY

This chapter has presented an overview of recent work on the development and appli-
cations of multifunctional magnetic nanowires for biotechnology, including areas such
as cell separations, cell positioning and manipulation, and intracellular drug and gene
delivery. A wide range of other applications are envisioned or under development, in ar-
eas such as tissue engineering, biomagnetic control of cellular function, and subcellular
force transduction. It is also important to note that the concept of asymmetric mag-
netic nanoparticles with spatially resolved chemical functionality need not be limited to
electrodeposited nanowires; many other architectures are possible, and indeed some are
already under exploration [45]. Thus it seems likely that there will be continued inno-
vation and development of new applications of multifunctional magnetic nanoparticles
in biotechnology in the foreseeable future.
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NUCLEIC ACID DELIVERY AND
LOCALIZING DELIVERY WITH
MAGNETIC NANOPARTICLES
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2.1 INTRODUCTION

This book focuses on biomedical applications of nanotechnology. The shuttles developed
for nucleic acid delivery, the so-called vectors, are nanoparticles themselves and are
either genetically modified viruses or virus-like synthetic constructs. Efficient delivery
is one of the major bottlenecks in nucleic acid based therapy. Localized delivery is an
important objective for pharmaceuticals in general, including viral and nonviral shuttles
for nucleic acid delivery. We and others have found that magnetic nanoparticles can be
advantageously combined with gene vectors, which thus become amenable to guidance
by magnetic fields. Before discussing magnetically targeted nucleic acid delivery, we
will give an overview of nucleic acid delivery and localized delivery in general with a
focus on synthetic vectors. The synthesis of magnetic nanoparticles suitable for gene
delivery will be discussed briefly, followed by an overview of magnetic targeting. Finally,
we will describe recent developments in the field and present some of our own latest
research.

Itis our intent to highlight the importance of localization of delivery and the eminent
role that evolving physical techniques play in this context.
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2.2 NUCLEIC ACID DELIVERY—WHAT FOR?

Nucleic acids carry the building plans of living systems. Nucleic acid sequences are
translated into structures and functions of cellular molecules, which, together with the
biochemical reactions in which they participate, constitute the material aspect of life.
Located at the head of this cellular information flow, nucleic acids occupy a distinguished
position among biological molecules. As the original information carriers, they partic-
ipate, in an indirect manner, in any cellular process. Beyond their role as carriers and
transmitters of information, nucleic acids also participate in a direct manner in cellular
reactions. They have been known for a long time as structural and functional elements of
multienzyme complexes such as ribosomes. In splicing reactions, for example, nucleic
acids themselves carry some of the active ingredients of their own processing. In recent
years it has become evident that nucleic acids participate directly in a multitude of cel-
lular processes and thus contribute, maybe to an extent equal to that of proteins, to the
coordinated and regulated network of cellular chemical reactions. RNA species (micro
RNAs, short hairpin RNAs, small interfering RNAs) in particular have been recognized
as natural regulators of cellular processes [1,2].

Given the distinguished role of nucleic acids in living systems, it is justified to
conclude that any cellular process may be influenced to some particular purpose by the
introduction of nucleic acids into cells from outside. During the past almost 40 years, very
efficient tools for nucleic acid delivery into cells have been developed. Nowadays, the
introduction of nucleic acids into cells is a well-established and widely used research
tool. The other major field of nucleic acid application is nucleic acid therapy. The
objectives of nucleic acid delivery for therapeutic purposes are (1) complementation and
overexpression of genes, (2) on/off regulation of genes, and (3) repair of genes. These
objectives were formulated in 1966, the year that the deciphering of the genetic code
was concluded [3]. Despite almost 40 years of research, formidable challenges remain
in the field of gene therapy. Magnetic drug targeting applied with nucleic acids or gene
vectors can overcome some of the remaining obstacles.

2.3 NUCLEIC ACID DELIVERY—HOW?

It was believed for a long time that cells do not incorporate nucleic acids voluntarily,
at least not in a manner that would result in the expression of an engulfed gene. Only
relatively recently have we learned that, in certain cases, “naked” nucleic acids are
efficiently taken up into cells in functional form [4]. Before, there was agreement
that shuttles for nucleic acid delivery would be required, because these polyelectrolyte
macromolecules are unable to cross cellular membranes by passive mechanisms such as
diffusion. Nature itself has provided the ideal solution for this delivery problem in the
form of viruses, which are nanoparticles composed of biomolecules. These obligatorily
parasitic entities need to cross cellular membranes and ultimately need to shuttle their
genetic information into cell nuclei in order to propagate. Consequently, genetically
engineered viruses were among the earliest shuttles used for nucleic acid delivery and in
many respects are still the most efficient. In the meantime, a multitude of viral vectors
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Figure 2.1. Viral entry into cells, schematic overview. Viruses bind to cell surfaces via
receptor-ligand interactions. Many virus species are taken up into cells by endocytosis, like ade-
novirus (A) or membrane-coated viruses such as influenza virus (C). Other membrane-coated
viruses such as retroviruses (B) directly fuse their membranes with the plasma membrane. En-
docytosis proceeds via segregation of membrane-surrounded vesicles (endosomes) from the
plasma membrane. A proton pump in the endosomal membrane mediates the acidification
of the endosomal lumen. This pH change triggers conformational rearrangements of viral
proteins, which then by interaction with the endosomal membrane can lead to the disrup-
tion of endosomes (like in the case of adenoviruses) or to the fusion of endosomal and viral
membranes (like in the case of influenza virus). These membrane disruption/fusion events are
essential parts of viral entry into cells, which ultimately leads to uptake/transport of viral ge-
netic information into the cell nucleus. Details can be found in textbooks of virology. See insert
of color representation of this figure.

have been described, such as recombinant retro-, lenti-, adeno-, adeno-associated, or
vaccinia viruses, each of them having their specific advantages and shortcomings. For
nonviral vector engineers, it has been highly instructive to take a closer look at the major
features of the naturally evolved solution to the nucleic acid delivery problem. The major
functions of viral infectivity are as follows (see also Figure 2.1):

1. Viral Genomes Are Packaged. Nucleic acids are compacted, such that the sizes of
these macromolecules are compatible with the requirements of natural transport
mechanisms. Packaging also protects the genome from degradation.

2. Receptor-Ligand Interactions. Viruses bind specifically to cell surface
molecules, thereby gaining specificity in terms of host tropisms.
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3. Exploitation of Natural Cellular Uptake Mechanisms Such as Endocytosis and
Mechanisms of Escaping Intracellular Degradation. Many virus species enter
cells via receptor-mediated endocytosis. The endosomal acidification process
is exploited to trigger escape mechanisms, resulting in the release of the viral
capsid from these internal vesicles.

4. Nuclear Transport. Active transport across the nuclear membrane is exploited to
localize viral genetic elements in the cell nucleus.

5. Genome Organization. Viral genomes are organized in a manner as to exploit
the information storage capacity of nucleic acids in the most efficient ways
(overlapping reading frames, bidirectional coding, differential splicing, etc.).
Furthermore, viral genomes are organized to exploit host functions, thereby
minimizing the payload to be packaged in the viral particle.

6. Biocompatibility. Viruses are built from natural materials. Although immuno-
genic, their constituents are biocompatible enough to warrant sufficient stability
in the host during the extracellular phase of delivery to secure target cell infection.

Nonviral vector engineers have mimicked these functions in creating synthetic modules
that can be chemically or physically (self-) assembled to result in synthetic virus-like
nanoparticles (often also referred to as artificial viruses; Figure 2.2).

Nucleic acid compaction is quite easily achieved by simple mixing with cationic
molecules in solution. Early examples are the DEAE dextrane and calcium phosphate
precipitation methods [5,6]. Examining chromosome structure and function, it has been
realized early on that DNA compaction is brought about by cationic sequences in histones
and that such compaction can be achieved with synthetic oligo- and polycations [7-14].
Wu and Wu [15, 16] and later on Wagner et al. [17] reported about nonviral vector
nanoparticles prepared from polylysine and plasmid DNA capable of transfecting cells
in vitro and in vivo. DNA packaging for delivery purposes has also been attempted
by incorporation in the aqueous lumen of liposomes [18]. The liposomal approach
experienced a breakthrough when cationic lipids were first introduced as DNA binding
and compacting agents [19,20]. Today, the literature discriminates between lipoplexes,
when referring to cationic lipid-DNA complexes, and polyplexes, when referring to
polycation—-DNA complexes [21]. Important results of early nonviral vector research
are that it is a natural property of nucleic acids as polyelectrolytes to “condense” to
nanostructures upon mixing with polyelectrolytes of opposite charge (for further reading
and review see [22-24]) and that the resulting complexes are able to transfect cells. As we
know now, the potency in transfecting cells is not strictly dependent on DNA compaction.
One important function of the cationic modules for DNA binding is that they mediate in
a nonspecific manner the binding of vector particles to cell surfaces.

Receptor-Ligand Interactions. Wu and Wu first introduced nonviral receptor-
mediated gene delivery [15, 16, 25]. By coupling asialoorosomucoid, a natural lig-
and of the asialoglycoprotein receptor on liver cells, to the DNA compacting moiety
polylysine, they generated vectors with increased target cell specificity that are taken
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Figure 2.2. Nonviral vectors for nucleic acid delivery (sometimes called artificial viruses) are
prepared by self-assembly of synthetic modules that mimic essential viral functions that allow
them to infect cells. The self-assembly process is mostly based on noncovalent interactions of
the individual modules such as electrostatic and hydrophobic interactions. The most important
interaction is the one between the nucleic acid and a polycation or a cationic lipid, which can
lead to the formation of a charged nanoparticle that is able to transfect cells. The functionali-
ties of receptor binding, membrane destabilization (such as endosome lysis), nuclear targeting,
and biocompatibility can be covalently coupled to a DNA binding/compacting moiety or can be
incorporated into the complex as individual molecules by noncovalent interactions. The center

of the figure shows toroidal nanoparticles that are typically formed upon mixing of plasmid
DNA and polycations. See insert of color representation of this figure.

up into cells by receptor-mediated endocytosis. Following a similar concept, Wagner
et al. established transferrinfection, based on bioconjugates of transferrin and polyca-
tions that enter cells by transferrin receptor mediated endocytosis [17,26,27]. In the
meantime a multitude of suitable receptor ligands attached to nucleic acid binding moi-
eties have been described. These include synthetic carbohydrates, synthetic peptides,
recombinant proteins, immunoglobulins (antibodies), and other molecules such as folate.
For recent reviews see Refs. 28-30.

Endocytosis and Endosomal Escape. Both the unspecific binding of vector
particles to cell surfaces by electrostatic interaction and the specific receptor-ligand
type binding lead to uptake into cells by a natural transport process called endocytosis.
Membrane-surrounded vesicles, the so-called endosomes, containing the cell bound ma-
terial are segregated from the plasma membrane and internalized. This pathway subjects
the internalized material to the cellular breakdown machinery within endosomes and
lysosomes unless specific measures are taken to trigger endosomal escape. For synthetic
virus-like delivery systems, the required module has been provided in biological and
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chemical ways. Wagner and co-workers have first described and later refined the use
of pH-specific membrane-disrupting peptides for endosomal escape [31,32]. Synthetic
peptides with sequence analogy to the N-terminal sequence of the influenza virus hemag-
glutinin subunit 2 (HA-2) were chemically or noncovalently coupled to polylysine or
other DNA compacting modules [31]. This peptide sequence, capable of adopting an
amphipathic a-helix as its active conformation at acidic pH, is responsible for inducing
the fusion of the influenza virus and the endosomal membranes in the natural context,
triggered by the acidic pH within endosomes. It is important to note that this sequence
does not interfere with membrane integrity at neutral pH. Synthetic influenza peptides
trigger endosomal release when endocytosed together with gene vectors [33,34]. In this
manner, greatly improved transfection efficiencies compared with vectors not containing
an endosomolytic module are achieved. Also the bee venom peptide melittin has been
used for endosomal release [35]. Because this peptide displays membrane disrupting
activity also at neutral pH, suitable gene vector formulations and coupling strategies are
required to minimize membrane disturbance by the vector as a whole at neutral pH and
maximize it at acidic pH [36]. A breakthrough in terms of transfection efficiency was
achieved when chemically inactivated adenovirus particles were coupled to polylysine-
DNA complexes [37-39]. The genome of the virus was inactivated by psoralen treatment
which leaves the virus capsid and its endosome disruptive function intact [40]. Coupled
to an otherwise nonviral vector, this function mediates highly efficiently the release of
the vector from endosomes.

Synthetic polymers on polyacrylic acid derivative basis with pH-specific membrane
disruptive properties have been described [41,42] and are useful in promoting drug and
nucleic acid delivery across endosomal membranes [43—46].

Boussif et al. [47] achieved endosomal escape based on the chemical structure of the
DNA compacting cationic moiety. Polyethylenimine (PEI), a cationic chemical produced
on industrial scale, binds and compacts DNA and, by virtue of its secondary and tertiary
amines, has buffering capacity at physiological pH. In consequence, if a PEI-DNA
particle is internalized into cells by endocytosis, it will buffer the acidification process
within endosomes. This means that the endosomal proton pump needs to pump way more
protons into the endosome until the natural endosomal pH of about 5.5 to 6.5 is reached.
The so-called “proton sponge hypothesis” postulates enhanced gene delivery due to
the buffering capacity of polymers with structural features like PEI through enhanced
endosomal chloride accumulation and consequent osmotic swelling/lysis. Sonawane
etal. [48] have provided experimental evidence supporting this hypothesis. They directly
measured the previously postulated chloride accumulation and swelling of endosomes
with elegant fluorescence techniques in living cells.

Earlier than PEI, polyamidoamine dendrimers were described as useful agents
mediating gene delivery [49, 50]. Similar mechanisms probably account for the ac-
tivity of these polymers as is the case for PEL. A variety of other cationic polymers
with protonatable amino groups have been described for nucleic acid delivery [51-60].
Some of them display reduced toxicity compared to PEI. Interesting alternatives to PEI
also include poly(2-(dimethylamino)ethyl methacrylate) [61] and biodegradable poly(2-
(dimethylaminoethylamino phosphazene) [62]. In terms of gene transfer efficiency, no
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single polymer outperforms the others to a degree such that it can be considered the
polymer or lead structure of choice.

The endosomal escape of nucleic acids formulated as lipoplexes is thought to
be mediated by lipid exchange reactions between the endosomal membrane and the
lipoplex; that is, anionic lipids from the endosomal membrane compete with the nu-
cleic acid for binding to the cationic lipid moieties and thereby release the nucleic
acid from the complex. Through this process, the endosomal membrane is destabilized
[63-65]. It is generally accepted that endocytosis is the major cellular uptake mecha-
nism for lipoplexes. However, depending on the biophysical properties of lipoplexes,
direct fusion with the cytoplasmic membrane can occur as well [66,67]. Recent work by
Safinya’s group has led to an improved understanding of structure—function relationships
in lipoplex-mediated nucleic acid delivery [67,68]. The charge densities of lipid-DNA
complexes are essential factors governing transfection efficiencies, at least if the lipids
in the DNA complex are in lamellar configuration.

Nuclear Transport. 1tis still not well understood how and in which form nonviral
vectors gain access to the nucleus. In any case, it is clear that the nuclear membrane
represents a major barrier and bottleneck to gene delivery. In many cases, the breakdown
of the nuclear membrane during cell division is a prerequisite for access to the nucleus.
Nevertheless, the coupling of nuclear localization peptides directly to nucleic acids or
the incorporation of such peptides into vector formulations has generated improvements
to the delivery process [69, 70]. Background and recent progress in targeting to the cell
nucleus are discussed in more detail elsewhere [71].

Genome Organization. No major efforts have been invested in directly mim-
icking viral genome organization. Nevertheless, researchers have used viral genomic ele-
ments in order to enhance the persistence of transfected gene expression. Viral promoters
such as the CMV promoter are widely used to drive the expression of a transfected gene.
Plasmids have been constructed that contain elements of Epstein—Barr virus in order
to achieve extrachromosomal plasmid replication in eukaryotic cells (reviewed in Refs.
[72] and [73]). Elements from adeno-associated virus responsible for the site-specific
genomic integration of the virus have been used to generate a hybrid AAV-adenovirus
vector carrying a double-reporter gene integration cassette flanked by AAV ITRs and
a tightly regulated, drug-inducible Rep expression cassette [74]. Similar constructs can
be delivered with nonviral technology. Site-specific genomic integration has also been
achieved with the ¢C31 integrase system. This is a recombinase found in a Strepto-
myces phage that mediates stable chromosomal integration of genes into host genomes
without any additional co-factors [75]. The genomic integration is unidirectional and
sequence-specific [76]. The sC31 integrase mediates the integration of a#tB attachment
sites of the transgenic DNA into a#fP attachment sites in the host genome, which occur
as pseudo-atfP attachment sites in mammalian genomes [76].

Biocompatibility. Viruses are recognized as foreign by their host organism.
Nevertheless, their constituents are biologic materials and viruses are biocompatible
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enough to secure their replication in the host even though they may kill the host in doing
so. In a biomaterial scientist’s view, viruses are nanoparticles that are stable enough (bio-
compatible) during the delivery phase, yet their constituents are assembled in a manner
labile enough to allow disassembly and biological processing once they have reached
their target. It is not surprising that synthetic constructs for nucleic acid delivery are also
recognized as foreign by the host organism. This recognition takes place on a systemic
level during the extracellular delivery phase but also at the target cell level. First-
generation nonviral vectors undergo strong interactions with blood components and
are strong activators of the complement system [77]. These vector particles are mostly
cleared from the systemic circulation by the reticuloendothelial system. At the target
cell level, the nucleic acid components of nonviral vectors can be recognized as foreign.
One example is the interaction of unmethylated CpG sequences with toll-like receptor 9
(TLRY) in intracellular compartments initiating a signaling cascade leading to the pro-
duction of proinflammatory cytokines [78]. Another example is the induction of innate
immune pathways by long double-stranded RNA leading to a generalized repression of
protein synthesis [79].

Although no entirely satisfying solutions concerning the biocompatibility limita-
tions to nonviral vectors are available, partial solutions have been provided. Inactivating
interactions of vector particles with blood components can be reduced or even eliminated
by appropriate surface modifications. These include the attachment of PEG chains either
covalently [80,81] or noncovalently [82] or surface modifications by poly(acrylic acid)
derivatives [41,42] that are useful in promoting drug and nucleic acid delivery across
endosomal membranes [43—-46] or N-(2-hydroxypropyl)methacrylamide [83]. The re-
sulting vector nanoparticles are sterically stabilized, meaning that their interactions with
each other and third components are minimized by limiting the accessibility of their
surfaces. Such surface modifications reduce the acute toxicities of vector particles that
can be lethal (in animal experiments [84]).

In summary, considerable progress has been made toward the construction of ar-
tificial virus-like systems for nucleic acid delivery. Nonviral transfection has become
an important tool in biological research and promises great potential in nucleic acid
therapies. Reagents for vector construction which approach the efficiency of viral vec-
tors are commercially available to anyone. Since the concepts of gene therapy were
first formulated almost 40 years ago, this field has experienced scientific breakthroughs,
enthusiastic expectations, and serious setbacks. The validity and feasibility of the con-
cepts have been demonstrated in thousands of animal experiments and in human clinical
studies. Given the tremendous potential of nucleic acid-based therapies, the obvious
question is why such therapies have not developed into widely practiced, state-of-the-art
treatments, at least in specialized hospitals, all over the world. The answer is that most
current tools for the genetic modification of cells are still neither efficient enough or
safe enough, nor are they affordable enough, simple to practice, or well understood. In
consequence, similar limitations hold true for envisaged therapeutic strategies involving
such tools. Nucleic acid delivery for therapeutic purposes is a highly complex challenge
where multiple parameters can have a major impact on the therapeutic outcome. One
such parameter is the ability to localize nucleic delivery.



WHY IS LOCALIZATION OF DRUG AND NUCLEIC ACID DELIVERY IMPORTANT? 31

2.4 WHY IS LOCALIZATION OF DRUG AND NUCLEIC ACID
DELIVERY IMPORTANT?

The maximum drug dose a patient can be given is that which he/she can ultimately
tolerate, not the one that may be required to cure his/her disease. An instructive example
is chemotherapy of cancer. Cytostatics have well-defined potentials to kill cells in culture:
A given dose will eradicate a given percentage of a cell population under consideration. In
the patient, however, complex biodistribution patterns, drug metabolism, drug resistance,
and the pharmacokinetics of a drug can limit its bioavailability at a target site. The patient
is systemically “flooded” with a drug in order to achieve its threshold of action at the
site of disease. Drugs are designed to act preferentially on selected biological processes
in target cells, but absolute specificity in terms of target cell and target process is
virtually impossible to achieve. Therefore, in the case of systemic administration of a
drug, the threshold dose for target site action is often close to the threshold dose for
undesired action at nontarget sites. In other words, the target-specific full dose-response
range of a drug cannot be exploited to the level of saturation of the biologic process
at which the drug is designed to act (Figure 2.3) [85]. Put yet another way, therapeutic
windows of drugs are often narrow and undesired side effects are frequent. Therefore,
localization (targeting) of drug delivery is an important objective and mainly serves
three related purposes: first, to exceed the local threshold of drug action at the target
site while remaining below this threshold at nontarget sites; second, to avoid side effects
in this manner; and third, to enlarge the therapeutic window (i.e., to exploit the full
dose-response range of a drug locally).

A closer look at nucleic acid delivery highlights the importance of vector targeting.
The probability of vector success (functional delivery of a nucleic acid to the desired
subcellular localization) is the product of the probabilities of overcoming the individual
barriers to delivery. These barriers may weigh differently on the final probability, de-
pending on vector type, but if the probability of vector—target cell contact is low to start
with, the efficacy of the overall delivery process will be low as well, independent of vec-
tor type. Nonviral plasmid delivery with lipoplexes has been reported to be a mass action
process [86], a statement that certainly also applies to other vector types (and drugs in
general) if the frequency (or probability) of vector-target cell contact is a limiting barrier.
For polyethylenimine(PEI)-DNA vectors it has been estimated that of about 700,000
plasmid copies applied per cell in a standard transfection, roughly 50,000 copies per
cell will be present in the cell after 7 hr of incubation [87]. In another publication, it was
estimated that one out of 100 microinjected cytoplasmic pDNA copies in a PEI-DNA
formulation reaches the nucleus [88]. These two estimates together would predict that
at least 1400 plasmid copies in PEI formulation per cell would be required in order to
have one copy reach the nucleus. Because it cannot be assumed that each cell-associated
copy is located in the cytoplasm, a more realistic estimate would predict rather that
10,000 or more copies in PEI formulation per cell would be required for this purpose.
These estimates apply for one particular vector type in cell culture, where rapid vector
inactivation, degradation, or clearance before it has a chance of target cell contact do not
represent the major limiting barrier (although nonviral in vitro transfections are often



32 NUCLEIC ACID DELIVERY AND LOCALIZING DELIVERY WITH MAGNETIC NANOPARTICLES

Therapeutic Window

w\o targeting
with targeting

600
)
g 5 SATURATION
Q g il
S & 400 -
200
Threshold __ 7. TOXIC side effect
of Action
0 25] 50 75 100 125
T dose
Threshold Saturation (arb. units)
of Toxicity Dose

Figure 2.3. Toxicside effects often restrict the possibility of exploiting the full dose-response
range of a drug up to (local) saturation levels. One objective of targeting is to achieve target
site saturation levels while pushing the non-target-site toxicity threshold to higher doses. In
this manner the therapeutic window widens enough to achieve a maximum local effect. Shown
is a hypothetic dose-response relationship with arbitrary toxicity and saturation levels just to
illustrate the potential of drug targ