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ABSTRACT: The characteristics of a material’s surface are
extremely important when considering their interactions with
biological species. Despite surface chemistry playing a critical role
in mediating the responses of cells, there remains no single rule
which dictates absolute performance; this is particularly challeng-
ing when considering the response of differing cell types to a range of materials. Here, we highlight the functional behavior of neural
stem cells presented as neurospheres, with respect to a range of alkane-based self-assembled monolayers presenting different
functional groups: OH, CO,H, NH,, phenyl, CH;, SH, and laminin. The influence of chemical cues was examined in terms of
neurosphere spreading on each of these defined surfaces (cell adhesion and migration capacity) and neuronal versus glial marker
expression. Measurements were made over a time series of 3, 5, and 7 days, showing a dynamic nature to the initial responses
observed after seeding. While OH surfaces presented an excellent platform for glial migration, larger proportions of cells expressing
neuronal f;-tubulin were found on SH- and laminin-coated surfaces. Axonal elongation was found to be initially similar on all
surfaces with neurite lengths having a wider spread predominantly on NH,- and laminin-presenting surfaces. A generalized trend
could not be found to correlate cellular responses with surface wettability, lipophilicity (log P), or charge/ionizability (pK,). These
results highlight the potential for chemical cues to direct primary neural stem cell responses in contact with the defined materials.
New biomaterials which control specific cell culture characteristics in vitro will streamline the up-scale manufacture of cellular
therapies, with the enrichment of the required populations resulting from a defined material interaction.

1. INTRODUCTION among the biomaterial community. It is thought that laminin
enhances neural cell attachment initially through the

The manufacture of cells at scale is of great importance in the
presentation of a positive charge, followed by selective integrin

advancing of fields of regenerative medicine and tissue

engineering. The large-scale manufacture of cells required to binding.® Other biological mimics have 7been studied for the
make significant availability of cell therapies is still very much expansion of neural stem cells (NSCs)," although there is a
limited by the costs and reproducibility of manufacturing.l specific limitation for high throughput governed by the lack of
Many researchers are interested in better understanding the chemical understanding at such biointerfaces.

fundamental interactions of cells with their biomaterial Efforts to study cell responses on defined chemical surfaces
surroundings in vitro in order to inform material design. often describe observations in relation to the specific chemical
Further, following the clinical application of cellular therapies moiety, offering benefits over other umbrella terms as more
in a host environment, there is little to no “control” of their information is provided about the actual chemical properties
responses; they require continued instruction/direction in rather than a universal assessment of, for example, wettability.®
order for the developing tissue to present the required cell A more global assessment of surface chemistry can be achieved
type(s), architecture, and function. This is particularly by taking into account all of the above factors, using a partition
imporgant in complex tissues such as within the neural coefficient (log P) derived from the untethered molecule.” The
niche.” Specific cell-biomaterial interactions are of absolute high-throughput assessment of cell—surface responses has
value to inform advanced biomaterial development, with expanded rapidly with microdot printing and biostatistics

surface chemistry playing a major role in the initial interactions
and ensuing cell responses.

Chemical and physical properties of cell culture materials
have long been studied in order to better impart control over
tissue development,‘%'4 although it remains conventional, within
neuronal culture protocols, to use proteins as a biomimic of the
laminin-rich developmental niche.” Electrostatic charges
between cell membranes and substrates have been used to
describe some cell adhesion behaviors, although surface
wettability has remained a critical parameter for discussion

approaches, with efforts particularly focused on how chemical
functionality imparts particular cell characteristics.'’
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The controlled differentiation of NSCs has been a challenge,
with many exquisite strategies being developed relying on
transient biochemical triggers with a plethora of expensive
bioinstructive supplements to mimic the neural niche environ-
ment.'' Hierarchical topographical patterning has been utilized
to enhance NSC differentiation,'> while others have inves-
tigated the potential for surface chemical agents to be used to
control the adhesion and subsequent morphological and
phenotypical changes in NSCs."? Studying a range of chemical
functionalities in terms of the head group, it was suggested that
NSCs cultured in serum-free conditions tended toward
oligodendrocytes on SO;H-terminated surfaces, with NH,
surfaces generally presenting higher proportions of neuronal
cells. Here, the capacity of cells to migrate from adhering
neurospheres was thought to be indicative of the differentiation
potential. Hung et al. have likewise demonstrated the potential
for patterning of substrate biochemistry in driving stem cell
responses.14 Dopamine was patterned on substrates to enhance
the guided differentiation of mesenchymal stem cells toward
neural and endothelial lineages. Here, we report the study of
primary NSC interaction with defined surface chemical groups
in serum conditions, taking into account various aspects of
global surface chemical properties and cell responses,
particularly fractional populations of neurons versus glia
derived from NSCs/progenitors, as well as axonal lengths,
morphological, and migration assessments. Responses of
neurospheres (as opposed to single cells) are important to
better understand NSCs within a biological niche and how
they can be affected, or indeed directed, by external factors.'®
Neurosphere models are well used, being particularly
important when considering developing in vitro studies and
biomaterial design. Defined alkane self-assembled monolayers
(SAMs) were prepared to present a range of head groups with
varying chemical characteristics: amine (NH,), carboxyl
(CO,H), methyl (CH,), phenyl (Ph), and thiol (SH)
alongside a hydroxyl (OH) surface, which could be considered
as a control as a “bare” glass surface. The responses of primary
NSCs, seeded as neurospheres onto these surfaces, are
discussed to highlight relationships with respect to quantifiable
surface chemical properties. The neurospheres were allowed to
freely interact with the substrate, being observed across a large
surface area; responses are observed due to the differences in
the presented chemical groups at the surface with any
heterogeneity arising from this interaction and subsequent
cellular maturation. Although there are a plethora of methods
to assess such a response, here we examined the expression for
the well-understood glial-derived growth factor (GFAP) and
Ps-tubulin markers, as well as the neurosphere-spreading area
and neurite length characteristics. Through better under-
standing and then controlling cell-material interactions, we
aim to direct cellular processes and advance our capabilities in
terms of cell product homogeneity and reproducibility.

2. RESULTS AND DISCUSSION

2.1. Culture Environment. Silane SAMs were produced
presenting a range of terminal functional groups. All surfaces
were characterized by drop shape analysis (DSA, Supporting
Information, Figure S1) and X-ray photoelectron spectroscopy
(XPS, Supporting Information, Figure S2) to confirm the
presence of the SAM modification. These complimentary
techniques demonstrate that the glass substrates used were
modified as expected, with wettabilities being in the range
expected for modified “smooth” glass coverslips, as shown in

Table 1. Water contact angles for all surfaces presented within
this study are reproducible, and are in good correspondence

Table 1. Surface Chemical Characteristics; Wettability SD
Given as n = 127

functionality WCA/° + SD A log P pK,
—CO,H 249 +22 —0.16 2.00
—NH, 292 + 6.6 0.42 10.71%°
—SH 45.6 + 82 1.73 11.94*¢
—OH 321+ 7.4 0.65 4.9%7
—Ph 64.2 + 2.6 2.84 43.00%
—CH, 653 + 3.5 0.78 48.00%
laminin 60.4 + 7.2 N/A pl~35

“Values obtained via modeling being supported (where presented) by
the literature.

with those expected, bearing in mind that the terminal head
chemical functionality sits directly atop a hydrocarbon chain
which is known to contribute to the observed contact angle."’

Surfaces were assessed to be chemically stable in aqueous
conditions for at least up to 3 weeks (data not presented).
Although it is well understood that proteins and other
biological molecules will adsorb rapidly to the surface,
changing with respect to individual protein conformation and
overall surface protein composition,”® the study here used
serum-supplemented media, although it is acknowledged that
other researchers may use serum-free media supplemented
with N-2, B27, or other reagents. The adsorbed protein later is
known to play a role in neural cell interaction,”" with the serum
being important for the attachment of neurospheres to
biomaterials as shown by Hung et al.”> Here, polymeric
materials were compared in serum-containing media to better
understand how the serum-conditioning characteristics af-
fected the development of cells derived from neurospheres.

Serum-free media are widely used for the neurosphere
culture, although each and every one of these ranges in the
supplements used in order to control neurosphere develop-
ment, albeit that much of the propagation of change induced
depends on initial interactions with substrates. A whole host of
different growth factors and small molecules can be added as
supplements, including BMP2,** retinoic acid, and neuro-
trophins,” basic fibroblast growth factor (bFGF), and
epidermal growth factor”* to name a few.

The current study used serum-rich media, which is in line
with other studies wanting to reduce the variability introduced
by selecting any one supplement over another and also wanting
to examine the fundamental effects of surface chemistry
potential on NSC responses within close to biological niche
conditions. The use of serum-rich media ensures that a
plethora of proteins are presented, minimizing any sample—
sample variation and indeed any variance observed across the
surface between individual neurospheres. The concentration of
any signaling factors released by cells is reduced to
insignificance, with only the surface chemical changes being
apparent as a difference presented to neurospheres in different
samples. The only variable between the samples was the
chemistry presented by the substrate.

2.2. Neurosphere Spreading. The neurosphere response
to surface chemistry was investigated by fluorescence
microscopy using markers to identify glial and neuronal cell
populations. This was a visual qualitative measure initially with
clear differences observed with the neurospheres interacting
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Phenyl SH

Figure 1. Images of neurospheres attached to a range of defined surface chemistries using fluorescence microscopy. Top image for each panel
shows representative images for neurospheres, with the lower image showing a higher resolution detail for individual cells from which cell counts
and neurite lengths were measured. Cells shown after 3 days in culture. Scale bars 100 ym.
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across the range of surface chemistries; quantitative informa-
tion was obtained by measuring the neurosphere area and how
this evolved over time. The neurospheres were observed to
start attaching to surfaces during the first few hours of
incubation, with those cultured above more hydrophobic
surfaces generally taking longer to attach. A two-way ANOVA
showed that a highly significant difference (p < 107") between
the neurosphere-spreading areas was observed on all the
surfaces tested, highlighting the impact of surface chemistry on
the neurosphere—surface interaction.

Neurospheres were found to attach to all the SAM-modified
substrates after 4 h, although generally there was a more rapid
attachment and spreading onto surfaces presenting hydrophilic
chemical groups, as shown in Figure 1. In general, populations
migrating away from the neurosphere edges were found to
stain positive for either glial (GFAP) or neuronal (f3;-tubulin)
markers. The underlying surface of the neurospheres was
found to present a glial bed, with a mixture of neuronal and
glial cells within the neurosphere body (Figure 2). In some cell
preparations, there are clearly cells outside of the neurosphere
boundary, staining negative for GFAP and f;-tubulin, these can
be assumed to be seeding in addition to the neurospheres,
possibly resulting as a small contamination of fibroblastic cells
originating from the meninges, as shown in Figure 1.

The results demonstrate low variability between population
samples and neurosphere—neurosphere on each of the
samples. This indicates that although the additional cells are
present, they do not have a significant effect on the conditions.
Cells were dissected and expanded in batches, being plated as a
population across all surfaces from the same batch. This
reduced any variability across the samples to only change the
chemistry presented by the substrate—all cell populations
were consistent.

Glial cells were observed to migrate further from the

neurosphere boundary, particularly highlighted on the hydroxyl

19903
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Figure 2. Confocal image of a neurosphere section cultured on a
hydroxyl surface for 3 days. Layer slices shown are (a) lower, (b)
middle, and (c) upper. Stains are as follows: GFAP (red), f;-tubulin
(green), and DAPI (blue). Scale bars indicate 100 ym; each optical
slice was 45 um thick.
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Figure 3. Neurosphere spreading capacity on different surface chemistries; (a) fluorescence microscopy image of neurospheres on a hydroxyl-
functionalized surface at day 3 depicting the area boundary as a white line (green—p;-tubulin, red—GFAP, and blue—DAPI nuclear stain); plots
show area measurements after (b) 3 days, (c) S days, and (d) 7 days culture. Error bars present + standard deviation. Statistics are only shown
comparing control laminin-coated surfaces: *p < 0.05, ¥¥p < 0.01, ¥**p < 0.001. Surface functionalities are ordered in decreasing wettability, left

to right.
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Figure 4. Neuronal and neuron/glia ratios presented over time of culture: (a,c) representative images of cells on day S of culture on amine and
hydroxyl surfaces. Staining represents fJ;-tubulin (green), GFAP (red), and DAPI (blue) with white arrows indicating neurons in (a). Plots show
measurements of neuron densities (b) and neurons/glia ratio (d) as a function of surface area. Error bars present + standard deviation. Statistics
are only shown comparing to control laminin-coated surfaces for clarity: *p < 0.05, **p < 0.01, ***p < 0.001.

surface, providing a bed on which the neurons were attached.
The migration of cells was quantified in terms of neurosphere
spreading, taking into account the differing interactions of the
cells within the neurospheres, interacting more strongly with
some surfaces presented as an increase in the spreading area.
The presentation of the neurospheres depended greatly upon
the interaction with differing surface chemical groups, with a
proportion of each cell being found to differ in their
distribution across the range of surfaces tested, highlighting
the initial surface-driven differentiation response (Figure 1).
After 3 days in culture (3 days postseeding of the
neurospheres onto their respective surfaces), there was a low
variation in neurosphere spreading and degree of cell migration

19904

from their parent neurosphere on individual surfaces (i.e.,
deviation among sample repeats was low; Figure 3).
However, distinct spreading patterns of neurons and glia
from the spheres were observed by fluorescence microscopy,
being dependent upon the surface functionality. Amine-
terminated surfaces gave rise to the largest spreading
neurospheres (0.61 + 0.05 mm?®), being larger than those on
laminin surfaces (0.39 + 0.03 mm?). All other surfaces were
similar to each other, with the lowest spreading capacity
presented by hydroxyl SAMs (0.14 + 0.02 mm?). Differences
observed in neurosphere spreading across the range of surfaces
tested did not appear to follow a direct trend with respect to
surface wettability. A marked increase in the neurosphere
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Figure S. Neurite length distributions measured on surfaces presenting differing surface chemistries. Data collected from fluorescence microscopy

images at varying time points.

spreading was observed on laminin after S days in culture (1.14
+ 0.16 mm?”) and hydroxyl (0.30 + 0.03 mm?*)-coated surfaces
on day S compared with day 3, and other surfaces were
showing either a slight or no increase in the neurosphere
spreading area.

A significant increase in the neurosphere spreading area was
observed when comparing day 7 to day 3 data from almost all
the surfaces tested (Figure 3). Neurospheres cultured on
thiolated surfaces were the exception, showing no significant
increase in spreading over the whole culture period.

2.3. Density of Neurons. Cells across the neurosphere
area were counted as a means of quantifying the capacity of
neural progenitors to be steered toward neuronal lineage.
Measurements were taken over several days of culture, with
neurospheres becoming flattened enough for reliable measure-
ments, that is, no cells were obscured by the depth of the
neurosphere mass (Figure 4a).

The quantification of neuron numbers was normalized to the
surface area on which they resided due to differences in initial
neurosphere size and cell numbers. Two-way ANOVA analysis
conducted over the three repeat samples for the three repeat
tissue collections (i.e., nine samples overall) indicated
significant differences between population means of all surfaces
(p < 0.001) and at all time-points tested (p < 0.001). The
interaction between the two factors was not significant. A
Tukey’s post hoc test was also performed to assess individual
differences between test populations, showing significantly
higher density only on phenyl surfaces.

Neuron densities were found to be generally similar on
individual surfaces tested at day 3 with some variance being
observed across cell densities counted on phenyl- and thiol-
terminated surfaces. This demonstrates overall reproducibility.
Most surfaces after 3 days in culture presented a similar density
of neurons; phenyl surfaces were the only substrate to show a
significantly higher density (Figure 4b). Cell densities were
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found to be ~500 neurons mm~2, with a highly significant
difference observed between laminin (~160 + 10 mm™2) and
phenyl (~960 + 330 mm™>).

By day S, little difference was found between replicates on
each surface. Significant differences were found (at a level p <
0.05) when comparing surfaces to phenyl, with the exception
between phenyl and methyl surfaces, which were not
significantly different. This indicates that there may be some
correlation between surface wettability and density of neurons,
although certainly this method of characterization is not
encompassing for all responses observed.

Less change between the surfaces was observed for neuron
densities measured at 7 days, with significant differences only
being observed when comparing measurements made on
carboxyl and amine surfaces to surfaces presenting thiol
termination. Importantly, neuron densities were found not to
decrease significantly over time, even though neurosphere
areas increased. The only surface on which a decrease in cell
density was observed was that with the phenyl terminal
chemistry.

2.4. Neuronal Versus Glial Cell Populations. Although
the regeneration of electrically functional neural tissue requires
high numbers of neurons, supporting glial cells are often found
to dominate cultures due to their proliferation. The normal-
ization of neuronal densities to account for the total cell
numbers afforded from neurospheres (neurons and glia)
served as a better indicator for differences in cell—surface
responses. On all the surfaces tested, a mixture of neuron and
glial cells is observed, as shown in Figure 4. Two-way ANOVA
analysis showed significant differences between population
means of all the surfaces tested at all time points (p < 0.05).

Neuron to glia ratios at day 3 indicated a higher proportion
of glia present on all surfaces, with neuron/glia ratios ranging
from ~0.36 to 0.52, as shown in Figure 4d. Lower proportions
of neurons were observed on hydroxyl- and laminin-coated
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substrates compared to all the others tested. At day S, similar
ratios were observed, with fewer differences found from surface
to surface. Both hydroxyl and laminin presented population
ratios much closer to other surfaces at ~0.52. Only neuron/glia
ratios presented on thiol and phenyl surfaces were significantly
different at a level of p < 0.05, with the highest neuron
populations being observed on phenyl surfaces. The highest
fraction of neurons was observed by day 7, with laminin
presenting significantly greater neuron fractions compared to
other surfaces.

2.5. Neurite Length. Regeneration of nerve tissue relies
heavily on the ability of neuronal projections to effectively
communicate to neighboring cells, so that electrical conduction
across large sections of the tissue can be established. Neurite
lengthening permitted by the material is a key indicator of this
in vitro. Neurites were measured at ~300 neurons per surface,
taking only those cells where f;-tubulin clearly defines the
entire neurite length. From each surface, a distribution of
lengths was obtained, as would be expected due to the differing
time of individual cell—surface interaction. These are presented
as histograms allowing a direct comparison between surfaces at
varying time points (Figure S).

After 3 days in culture, neurite length distributions were
found to be the highest on laminin surfaces, with the smallest
length distribution obtained on methyl-terminated surfaces.
Methyl surfaces also produced the largest number of shorter
neurites compared to other surfaces. Neurite length distribu-
tion was not found to significantly increase by day 5, with
similar trends between substrates observed in those at day 3. A
much tighter distribution was, however, observed in hydroxyl
surfaces, with the distribution being smaller between the two
time points. The largest neurites were observed on the amine
and laminin surfaces, being ~1000 ym compared to those on
the other surfaces reaching average lengths of ~650 um.
Laminin surfaces presented the broadest spectrum of neurite

lengths after 7 days.

3. DISCUSSION

3.1. Consideration of Surface Characteristics.
Although surface chemistry has been widely investigated in
terms of directing cell responses, there are no overarching
correlations between the chemical property of the surface and
its impact on biological response. Functional head groups
presented at the surface are often used as a measure of change
at the surface, for example, amine versus carboxylic acid
surfaces. Although these labels allow the comparison of
substrates, it is acknowledged that they are far from
appropriate for the full characterization. In general, both
amine- and carboxyl-terminated surfaces have been used to
provide a mimic of biological surfaces, and therefore are
generally known to support cell adhesion and spreading.”®

In the present study, a selection of defined SAMs were
fabricated such that a comprehensive investigation of surface
chemical parameters could be assessed with respect to their
ability to impact on NSCs in the form of neurospheres. Methyl
(CH,)-, phenyl (Ph)-, amino (NH,)-, hydroxyl (OH)-,
carboxyl (CO,H)-, and thiol (SH)- functionalized silanes
were fabricated with a direct comparison against the laminin-
modified glass substrate, which is the current “gold standard”
onto which neural cells adhere and spread well.

3.2. Neural Cell-Surface Interaction. Neurospheres
cultured on the range of surfaces tested showed very different
characteristics, which evolved differently over the 7 days of

culture. We demonstrate the potential to infer an increase in
the capacity of neuron differentiation, along with differences in
neurite elongation responses. Upon the interaction with
surfaces, cells within neurospheres were found to differentiate
forming neurons and glia (GFAP or f;-tubulin positive); these
migrated away from the neurosphere at different rates
depending on the initial cell-substrate interaction (Figure
1). Others have previously demonstrated the capacity for
neurosphere differentiation, with this process being highly
dependent upon the time of maturation.'” In the present study,
glia were found to spread well on all the surfaces, while
neurons remain within the body of the sphere on methyl and
hydroxyl surfaces, being supported on a glial underlayer
(Figure 2). Silane surfaces have previously been studied by Ren
et al., where the authors observed a cortical-derived neuro-
sphere response to surface functionalization.”” The neural
specific marker f;-tubulin was expressed at higher levels on
carboxyl compared to amine surfaces, indicating a degree of
control over NSC differentiation.

3.2.1. Neurosphere Spreading. In vivo and in vitro the
neural stem and progenitor cells reside in distinct niches,"?
which maintain self-renewal, division, and differentiation
because the niche provides a good environment for cell-to-
cell signaling and region specific signaling.”” As the neural stem
and precursor cells develop into mature postmitotic neurons,
their density decreases substantially to develop adult tissues
and structures.’® A low neural density is therefore considered
an indicator of tissue maturation. This process is driven by the
interaction of cells with “adhesive” environments, allowing
differentiation and, in the case of neurospheres, attachment to
surfaces in vitro, driving a homeotypic short-range migration en
masse out of the neurosphere body.”"

In the present study, the spreading capacity of neurospheres
was measured as a function of the surface area coverage,
(Figure 3). While laminin-coated surfaces acted as a positive
control, enabling good neurosphere adhesion and spreading,
phenyl and methyl surfaces were generally observed to hinder
initial cell migration. Amine surfaces, commonly suggested to
be chemically similar to laminin due to the presence of many
multiple primary amine containing residues along its backbone,
also enabled high levels of spreading. After 3 days in culture,
amine surfaces in fact showed a significantly higher average
surface area of neurosphere contact compared to those on
laminin surfaces, although no major differences were observed
after 7 days. For these surfaces, a rapid migration of glia was
observed away from the neurosphere body at day 3, with
subsequent neuron migration observed at day 5. Mats of mixed
cell populations were formed, giving a higher area of cell
spreading than all other surfaces because neurons tend to
migrate on a glia bed."”

Thiol-, phenyl-, and carboxyl-terminated surfaces showed
comparable responses, although cell migration occurred
somewhat slower to those observed on amine and laminin
surfaces. Carboxyl and thiol surfaces produced cell mats to a
lesser extent compared to amine surfaces, housing mixed
populations of neurons and glia. Negatively charged carboxyl
surfaces showed similar trends in terms of neuron/glia ratios,
while the measured densities of neurons were found to
decrease significantly over time. The migration of neurons
from the neurosphere body gives rise to much larger spreading
areas and therefore lower neuronal densities in these regions.
This finding demonstrates the enhanced migration of neurons
on the carboxyl surface compared to amine and laminin,
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suggesting a weaker attachment to this surface. All surfaces
gave rise to an increase in neurosphere spreading by 7 days,
except thiol-terminated surfaces. This was somewhat un-
expected due to the nature of thiol to form disulfide bridges
with proteins containing cysteine residues on their periphery,
and thus form a bound protein, cell-mediating layer. It is
possible that the thiolated surfaces promoted disulfide
attachment to high abundant, non-adhesive proteins, for
example, serum albumin, thus restricting the ability of cells
to attach. It is interesting to note that although neurosphere
adhesion initially occurred before 3 days in culture, spreading
of neurospheres only took hold between 5 and 7 days on all
surfaces except those terminated with amine or coated by
laminin.

The data collected for neurosphere spreading show no
correlation with regard to wettability at any of the time points
analyzed. Surfaces classified either as hydrophilic or hydro-
phobic present with low spreading (CO,H vs CH;), as well as
surfaces of mid-ranging wettability (SH) (Table 1). This
suggests that chemical functionality plays an important role,
further to denoting the surface wettability. Possibly, the largest
of the umbrella terms used to define surface characteristics is
wettability, being a generalized term that does not fully
characterize the surface presented. As an example, many
researchers will report the use of specific functionality-
terminated surfaces without giving details about the molecule
presenting this functionality; with only a proportion of surface-
tethered molecules contributing to the observed contact
angles, the upper presenting part of the molecule (4—5 carbon
bond lengths deep) gives rise to wettability characteristics.*”
The surface charge is also often discussed with respect to cell
adhesion in terms of the associated surface charge accom-
modating that of the cell membrane. pK, values can be used as
an indicative measure of chemical charge as they represent
equilibrium constants for molecular ionization. Laminin-coated
surfaces could not be assigned a pK, value due to the
complexity of such a large molecule possessing many ionizable
groups within its structure, although it has an apparent pI ~§,
suggesting a net negative charge at pH 7.4.

No correlation was observed between surface chemical pK,
and neurosphere surface area for 3 and 5 days. After 7 days in
culture, a trend toward a higher neurosphere spreading was
observed, with both high and low pK,, suggesting that both
positive and negative surface charges play an important role in
determining the cell—surface interaction. Less wettable
surfaces (Ph and CHj) also supported neurosphere spreading,
with less spreading being observed for mid-ranging SH
presenting surfaces.

All cell culture was carried out under buffered conditions at
pH 7.4, meaning that all surfaces excluding those presenting
carboxyl termini were protonated. Both charged and non-
wettable surfaces are known to drive protein adsorption
through different processes: charge stabilization and hydro-
phobic interaction.” Our results highlight surface polarity and
charge to be the dominant factors affecting neural cell
interaction, strongly suggesting that the protein layer adsorbed
at the surface plays a key role in mediating cell attachment and
subsequent responses.

The spreading capability of neurospheres was directly
related to the ability of neurons and/or glia to migrate away
from the body of the neurosphere. It is therefore very useful to
look at the migration capacity of each of these populations to
further understand the biological processes occurring. Cell

population densities were normalized to the surface area to
negate any changes related to increasing the number of cells
possible to count as they migrated out of the neurosphere
body. As spreading on laminin surfaces was observed to
increase with increasing culture time but neuronal density
remained relatively constant, it must be assumed that the
number of neurons migrating out of the neurosphere also
increased over time. This suggests either:

(1) longevity of the differentiation process with naive cells
coming into contact with the surface over the 7 days,
migrating out of the neurosphere body before differ-
entiating into neurons, or

(2) initial cell-surface interaction from within the body of
the neurosphere initiates differentiation, and these more
mature cells reorient within the neurosphere before
migrating later.”'

3.2.2. Differentiation Potential. Materials play an important
role in stem cell fate decisions. A key aspect of cell fate
decisions are intrinsic and extrinsic signals. Neurospheres are
tri-potent mixed cell spheroids of NSCs, glia, and neural
progenitors;34 therefore, a useful property of functionalized
surfaces would be to influence the NSC fate decisions. Neural
and glia progenitors arise from NSCs through a process of
symmetric and asymmetric divisions.”* Through temporal
modulation notch signaling means commitment can be
influenced toward glia or neuron phenotype.*® Transcription
factors, such as the STAT3 pathway activation, have been
shown to control NSC differentiation either toward neuron or
glia lineage.”® Complex association of factors affecting gene
switching, and therefore protein production, is often difficult to
control within a mixture of cells in co-culture, leading to
expensive and time-consuming methods for the production of
transplantable cell populations. An alternative is to influence
stem cell commitment with passive forces such as the
presentation of specific microenvironmental factors through
material characteristics.

Surface hydrophobicity has been shown to impact on the
differentiation potential of embryonic stem cells, through the
control of the embryoid body size during culture.’” Farrukh et
al. demonstrated the synergistic effect of hydrogel stiffness and
presentation of IKVAV peptide motifs, driving neuronal
differentiation of embryonic and adult progenitor cells.”® In a
similar approach, we have shown control over NSCs, with a
number of chemical characteristic factors playing a role in
determining the biological response at the materials interface.

3.2.3. Neuronal Population. The ability to increase the
neuronal fraction in vitro is critical to producing better cell
transplant populations for neurodegenerative disorders. The
density of neurons on amine-functionalized surfaces was found
to be very similar to laminin-coated surfaces, remaining
relatively consistent within the standard deviation across the
7 days in culture (Figure 4). This finding is particularly
relevant when considering that laminin is the “gold standard”
for neuronal cultures in vitro but that a general drive toward
the 3R’s and/or clinical application is driving toward the use of
non-animal-derived material substrates.

The similarity of the non-wettable phenyl and methyl
surfaces highlights the importance of surface hydrophobicity in
determining cell interactions; however, a simple trend relating
the density of neurons to the substrate was not found with
respect to either wettability nor pK, as has been shown with
the other cell types.”” This suggests a complex process, likely
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impacted due to the mixture of cell types in this co-culture
system. Cell—surface and cell—cell communication results in
an elaborate conditioning process, wherein differentiating glia
and neurons mediate their environment through the
deposition of signaling proteins. Attempting to fit such a
complicated system into one variable, such as surface
wettability, has been discussed in the literature by Dubiel et
al. as being impossible.*” The balance of contributing factors
may be difficult to fully interrogate within this study, although
it is clear that surface functionality is an effective lever on
neural density. It is not clear if there are multiple response
factors in play, although it is likely that the surfaces are
affecting cell division and possibly preferential support of
certain cell types; this is indicated by our results when
comparing neuronal densities, neural population ratios, and
spreading characteristics.

3.2.4. Cell Morphology and Neurite Outgrowth. When
dealing with neuronal cultures, the morphology of neurites is
often considered as a good measure of population character-
istics; longer neurites are considered to be better for neuronal
connectivity due to the increased ability for communication/
synapse formation of these cells in culture or during
transplantation. Specific peptide epitopes derived from laminin
are known to steer the elongation of neurites, most notably
IKVAV.*' Our findings support this, with the longest neurites
measured on laminin surfaces, as shown in Figure S. Amine
surfaces did however also demonstrate the potential to support
neuron elongation, possibly through the electrostatic inter-
action between the surface and the membrane walls, else
through the directed adsorption of laminin from culture media.

Initially CHj-terminated surfaces gave rise to the highest
proportion of short neurites (<500 ym), suggesting the low
level of the first interaction of neurons on this surface, which
increased with increasing culture time. This is supported by the
increasing ability of neurons to migrate over carboxyl-
terminated surfaces, evidenced by decreasing neuronal density
(Figure 4). Neurospheres cultured on phenyl surfaces showed
a similar trend, although no significant differences were
observed between phenyl- and hydroxyl-presenting surfaces.
This indicates that the initial cell interaction might steer early
neurite outgrowth, with adsorbed proteins from media/
secreted from cells during adhesion acting to mediate later
stage neurite outgrowth. On all the surfaces, neurites were
found to increase in length over the 7 days in culture. Others
have reported similar measures, with no definitive surface
characteristic being primarily critical to the late stage neurite
elongation; Liu®® and Nakajima®* showed neural guidance and
tethering of neuronal signaling factors using amine-rich
poly(ethylenimine)-tethered surfaces. The lengthening of
neurites and migrational (extensional) guidance can be
directed through an ECM protein interaction, being influenced
by hydrophilic and positively charged (at physiological pH)
amine functionalities. Although wettability is a well-understood
characteristic, it is clear that the classification of chemistry
presented within the depth of a few carbon bond lengths of the
surface needs to be considered and reported for full
consideration.

4. CONCLUSIONS

The ability of cells to respond to their local environment is of
key importance when considering the design of biomaterials
for optimum cell culture in vitro and in vivo. By understanding
specific cell-substrate interactions, and how they might lead to

specific responses, biological surface engineers hope to be able
to strongly influence cells, from differentiation to directed
morphological control with respect to neurosphere spreading
and neurite lengthening. In our experiments, surface chemical
functionality was shown to have a dramatic impact on NSC
and daughter cell responses. Clear differences were observed
between all the surfaces and the cell response metrics, with
amine surfaces giving rise to a similar attachment, spreading,
and differentiation capacity as that shown by laminin-
conditioned surfaces. The study presented shows that a simple
and cheap chemical modification to a material’'s surface
controls various aspects of cell response, being of major
benefit in terms of the 3Rs and scale-up, scale out of cellular
therapies for the neural tissue.

5. MATERIALS AND METHODS

5.1. Surface Fabrication. Glass coverslips (13 mm
diameter, Thermo Scientific) were cleaned in a piranha etch
solution using a 3:1 ratio of sulfuric acid and hydrogen
peroxide (Fisher Scientific) and rinsed in deionized water and
isopropanol (Fisher Scientific) before being air dried. These
were then immersed directly in 1% vol/vol toluene—silane
solutions for 24 h at room temperature, before being rinsed in
toluene and air-dried. Samples were prepared immediately
prior to use, being stored no longer than 2 days in a desiccator.
Silanes used were all purchased from Sigma and used as
received: tetraethyl orthosilicate (OH), (3-aminopropyl)-
trimethoxysilane (NH,), (3-mercaptopropyl)trimethoxysilane
(SH), triethoxyphenylsilane (Ph), and chlorotrimethylsilane
(CH,;). Carboxyl surfaces were fabricated in a two-step
process, reacting succinic anhydride (10% excess, Sigma)
overnight at room temperature with pre-formed amine SAMs.
Poly-p-lysine (PDL) laminin surfaces were prepared as
standardized controls by incubation overnight at 4 °C; first
in the poly-p-lysine solution (10 wug mL™' in phosphate
buffered saline, pH 7.4, 200 mmol salts; PBS, Sigma-Aldrich),
followed by laminin solution (S ug mL™" in PBS), being rinsed
thoroughly after each incubation with PBS, and then being air-
dried. This was carried out to produce samples immediately
prior to use.

5.2. Surface Analysis. Water contact angle measurements
were made by placing a ~5 yL drop of deionized water via a
syringe with the immediate capture of the droplet image using
Measurements & Automation software (National Instruments
Corp. Austin, USA). Images were analyzed using Image] with
the LB-ADSA plugin (EPFL), with a minimum of three
droplets (six angles) being recorded per sample. X-ray
photoelectron spectroscopy was performed at the Nexus
NanoLAB (Newcastle University, UK) using a Theta Probe
instrument equipped with a monochromated AlKa source
(Thermo Scientific). A pass energy of 200 eV and a step size of
1.0 eV was employed for all survey spectra, while a pass energy
of 40 eV and a step size of 0.1 eV were used for high-resolution
spectra of the elements of interest. A flood gun was used for
charge compensation. Data acquired were analyzed using
CasaXPS$ software. pK, and log P of the surface presented
molecules were calculated from structural information using
ACDlabs software v12.

5.3. Derivation of NSCs. Approval was given for all
procedures from the Home Office and all experiments were
conducted in accordance with the animal handling guidelines
of Keele University. Developing midbrains were dissected out
from embryonic day E12 Sprague-Dawley rat embryos. Time
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of mating was defined as EO. The tissue was digested using
0.1% trypsin in DMEM medium (Worthington Biomedical
Corp. Reading) for 30 min at 37 °C. Following sedimentation,
cells were pelleted via centrifugation (750 rpm, 3 min) and
washed three times with 200 pL of 0.05% DNase
(Worthington Biomedical Corp. Reading) containing medium.
On the third wash, the pellet was centrifuged at 700 rpm for 5
min and dissociated to produce single cells. These were plated
in a T2S in serum-free medium containing bFGF (10 ngmL ™
concentration).'® Neurospheres were cultured for 1 week to
expand cell numbers.'” Dissociation after 3 days allowed cell
expansion and control of heterogeneity by limiting the size
range of any maturing neurospheres.'

5.4. Culture Conditions. SAM-coated coverslips were
placed in a 24 well-plate format, each being seeded with whole
neurospheres ensuring a pure mixture of NSCs, glia
progenitors, and neural progenitors. Neurospheres were seeded
directly onto SAM-modified glass coverslips and cultured for a
further 3, S, or 7 days, with paraformaldehyde fixation and
staining carried out at each time point. PDL—laminin was used
in the study as a reference to the current “gold-standard”
surface used to support neural cultures in vitro. All the
substrates were seeded with a microculture of ~200 neuro-
spheres in 30 uL of serum-rich (10%) culture media. These
were left for 12 h before the addition of 0.5 mL culture media.
Samples were cultured at 37 °C at 5% CO,, being fixed at three
time points (3, S, and 7 days) using 4% paraformaldehyde in
phosphate-buffered saline. Three sample repeats were con-
structed from three separate tissue preparations (n = 9 total).

5.5. Immunohistochemistry. Fixed cells were stained for
fsy-tubulin (1:500) and GFAP (1:1000) using secondary
antibodies tagged with fluorescent markers (Alexa Fluor 488
and 555, 1:300); all antibodies and markers were obtained
from Abcam. Samples were mounted in DAPI-containing
mounting media (Vector Labs, Peterborough). Samples were
imaged on a Nikon epifluorescence microscope fitted with an
auto-x-y scanning stage, allowing large-area stitched image
acquisition. All images were taken at X20 magnification.
Confocal imaging was carried out on a Zeiss LSM 710 confocal
laser scanning microscope fitted with 20X objective. Layer
slices were captured at a resolution of 45 ym with successive
layers being pictured.

5.6. Image Analysis. The quantification of image data was
carried out using either Nikon NIS Elements or Image]
software. Neurospheres were imaged (where possible) to cover
the entire spreading area, with their boundary being assessed in
terms of the edge cells staining positive for either GFAP or j;-
tubulin. Numerical data were exported into Excel and
OriginLab v8.5 (OriginLab Corporation, Massachusetts) for
all statistical analysis. Two-way ANOVA and Tukey’s post hoc
tests were used to understand statistical variance.
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