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ABSTRACT: Proteins and glycosaminoglycans (GAGs) are the main
constituents of the extracellular matrix (ECM). They act in synergism and
are equally critical for the development, growth, function, or survival of an
organism. In this work, we developed surfaces that display these two classes
of biomacromolecules, namely, GAGs and proteins, in a spatially controlled
fashion. The generated surfaces can be used as a minimalistic but
straightforward model aiding the elucidation of cell-ECM interactions.
GAGs (hyaluronic acid and heparin) were covalently bound to amino
functionalized surfaces, and albumin or fibronectin was patterned by
microcontact printing on top of them. We demonstrate that adipose-derived
stem cells (ASCs) can adhere either on the protein or on the GAG pattern
as a function of the patterned molecules. ASCs found on the GAG pattern
had different morphology and expressed different surface markers than the
cells adhered on the protein pattern. ASCs morphology and spreading were

also dependent on the size of the pattern. These results show that the developed supports can also be used for ASCs

differentiation into different lineages.
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1. INTRODUCTION

The human body contains a variety of adult stem cells capable
of both repeated self-renewal and production of specialized,
differentiated progeny. Discovered first in the bone marrow,
mesenchymal stem cells (MSCs) demonstrated their potential
for the regenerative medicine back in the 60s, when a formation
of bone tissue from these cells was observed by Friedenstein
and co-workers." The ability of MSCs to generate tissue de novo
following disease or injury has motivated an intensive
investigation focusing on primary bone marrow stem cells
(BMSC) and making them a standard for applications as tissue
engineering and regenerative medicine.”” Besides the identi-
fication of the characteristic stemness markers and optimization
of the conditions for culturing of BMSCs, this investigation has
also resulted in the identification of new sources of MSCs.
Among different possibilities, adipose tissue emerged as an
attractive stem cell source as the adipose-derived stem cells
(ASCs) have several advantages such as multipotential
differentiation similar to BMSCs, simpler isolation, and much
easier access to subcutaneous adipose tissue when compared to
bone marrow.*> ASCs share many of the characteristics of their
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counterparts in bone marrow including extensive proliferative
potential and the ability to undergo multilineage differ-
entiation.~” The cell surface phenotype of human ASCs is
also similar to BMSCs. Both MSCs populations consistently
express markers commonly associated with multilineage
differentiation potential (CD10S, STRO-1, and CD166) as
well as several other molecules such as CD44 (hyaluronic acid
receptor, crucial in the development of neoextracellular matrix)
and CD49%e (alpha-S integrin, important for cell adhesion to
fibronectin) and lack the expression of known hematopoietic
and endothelial markers.>”~"°

In the last years, efforts have been mainly focused on the
identification of factors that regulate MSCs differentiation,
growth, and phenotypic expression. Typically, the stem cell fate
is controlled by addition of soluble genetic and molecular
mediators (e.g., growth factors, transcription factors) either in
vivo or in vitro. However, increasing evidence shows that a
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multifarious array of supplementary environmental factors
contributes to the overall control of stem cell activity. Among
those, the cell “solid-state™ environment, i.e., their extracellular
matrix (ECM), has a significant impact on stem cell fate. The
ECM, initially considered only as a structural scaffold, is able to
modulate cell behavior through mechanical signals caused by
differences in ECM elasticity and morphology at the micro- and
nanoscale and via specific interactions of ECM ligands with cell
surface receptors“’12

ECM is a complex assembly that undergoes constant
remodeling. It provides a wealth of bioinformation coded by
glycosaminoglycans (GAGs), proteoglycans, and other soluble
molecules, such as trapped and sequestered growth factors and
cytokines. GAGs and proteins also play a key role in signal
transduction processes at the cell surface. Therefore, cell
behavior is directly or indirectly influenced by the positioning,
activities, and interplay between these two classes of
biomacromolecules."

Herein, we describe a simple and straightforward method for
the generation of micropatterned surfaces comprised by
proteins and GAGs. While patterned surfaces with each of
these classes of biomolecules are widely reported and used to
elucidate different biointeractions,l4_16 their simultaneous
surface presentation has not been previously reported.
Among the proteins, we have selected the abundant, relatively
small and globular albumin that is often used as a model for
nonadhesive protein and fibronectin, which is well-known for
its cell adhesive properties.'” The GAG heparin (HEP) was
chosen because (i) it has binding domains for fibronectin and
(ii) it is the biomacromolecule with the highest negative charge
due to the high degree of sulfation. On the other hand,
hyaluronan (HA) was also studied because it is the only
nonsulfated GAG that is secreted by the cells alone without
protein conjugation. We expected therefore that these two
GAGs will interact differently with the patterned protein
(different stability of the pattern) and cells.

2. MATERIALS AND METHODS

Unless otherwise stated, chemicals were bought from Sigma-Aldrich
and used without further purification.

2.1. Glycosaminoglycans (GAGs): Modification and Charac-
terization. Hyaluronic acid (HA, M,, = 1.3 MDa, Kraeber & Co.
GmbH, Germany) and heparin (HEP, M,, = 15 kDa, Serva) were used
in this study. Functionalization with aldehyde groups was performed
by oxidation of the C2 and C3 hydroxyl groups of the hexoses (either
a uronic acid or glycosamine) using sodium periodate (Figure 1A)
adapting a previously reported method.'®

Briefly, GAG (0.5 g) was dissolved in 80 mL of H,O and a different
amount of sodium periodate (NalO,) was added to the solutions
(Table S1, Supporting Information). The reaction was carried out at
dark under stirring for 6 h. The products (ox-GAGs) were dialyzed
(Spectra/Por membrane with cutoff 3500, Carl Roth, Germany)
against distilled water for 3 days, freeze-dried, and characterized
(Figure S1, Supporting Information) or kept at 4 °C until used. The
amount of aldehydes (degree of oxidation, Do) on the ox-GAG
backbone was determined by UV—vis spectroscopy (4 = 550 nm
within 40 min) using Schiff's reagent. The calibration curve was
established with glutaraldehyde as a standard. Schiff’s reagent (2.5 mL)
was added to each sample of 0x-GAG (0.5 mL), and the absorbance
was measured at 550 nm within 40 min. The molecular weight and
polydispersity of the oxidized products (ox-GAGs) were measured by
asymmetrical flow field-flow fractionation (FFFF) equipped with a
Dawn EOS detector (Wyatt Technology Corp.) and a RI-Detector
(Shodex, RI-101). All samples were dissolved in SO mM NaCl
containing 0.02% NaNj; (w/v) to prevent bacteria growth. Molecular
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Figure 1. Schematic presentation of the glycosaminoglycan oxidation

(A) and the following immobilization of the obtained aldehydes (ox-
GAGs) on the amino-functionalized surfaces via Schiff base reaction

(B).

weights were calculated using Astra software (Wyatt Technology
Corp.).

2.2. Surfaces Functionalized with Glycosaminoglycans. The
substrates used in this study were glass slides uniformly coated with a
thick gold layer (~40 nm) by the electron beam physical vapor
deposition (ATC Orion series UHV Evaporation system, AJA
International Inc.). A titanium film (3 nm thick) was used as a primer
improving the adhesion between the gold and the glass. Self-
assembling monolayers (SAMs) were formed by immersion of cleaned
substrates (piranha solution, 30 min) into 20 yM ethanol solution of
HS(CH,),;NH, for at least 48 h to ensure well-organized monolayers.
(CAUTION: “Piranha” solution reacts violently with organic
materials; it must be handled with extreme care.) The obtained
amino SAMs reacted with the generated aldehyde groups that are
randomly distributed along the GAG chains via a Schiff base reaction
(Figure 1B). The substrates with SAMs were immersed in a solution of
0x-GAGs (4.0 mg/mL in phosphate buffer saline, PBS) for 24 h at RT
followed by a reduction of the formed Schiff's base with NaBH;CN
(3.0 mg/mL in PBS, added to the previous solution). The reaction was
carried out at 4 °C for another 24 h. The GAGs-coated surfaces were
rinsed by copious amounts of PBS and Milli-Q water, dried with a
stream of nitrogen, and then characterized by {-potential measure-
ments (Figure S2, Supporting Information, Table 2) and X-ray
photoelectron spectroscopy (XPS, Figure S3, Supporting Information,
and Table 2) or used in the following experiments. All used solutions
were filtered through a 0.2 ym filter in a laminar flow cabinet to avoid
bacterial contaminations.

2.3. Microcontact Printing (uCP) of Proteins. We tested two
proteins in this study: albumin (bovine serum albumin, BSA, pI = 4.7,
Sigma-Aldrich) and fibronectin (human plasma fibronectin, FN, pI =
5.5—6, Gibco). sCP of BSA and FN was performed over substrates
functionalized with ox-HA and ox-HEP as described below (Figure 2).
Poly(dimethylsiloxane) (PDMS, Sylgard 184, Dow Corning, Scharlab)
stamps Jwere fabricated according to a procedure published else-
where.'® Briefly, silicon masters were microstructured by photo-
lithography and dry etching processes (Figures 2A and S5, Supporting
Information). A mixture of silicone elastomer/curing agent (10:1) was
cast over silicon masters and placed at 60 °C overnight. After that,
PDMS was carefully peeled off from the silicon master and cut into 1
cm? stamps. It must be noted that each stamp had three areas with size
of 10 X 3.33 mm? that differ by the pattern period (Figure 24, inset):
each area had grooves with S ym depth and periods of 50, 100, or 200
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Figure 2. Schematic presentation of the used master (A), the obtained PDMS stamps and their use in #CP of proteins (BSA or FN) over ox-GAGs
(B), and the generated patterns (C). The grooves with different widths are presented with different colors: 100 ym in blue, SO ym in green, and 25

pm in orange.

um, respectively. The positioning of these areas was different through
the samples: our aim was to exclude artifacts in the cellular behavior
caused by the seeding (there is a natural tendency to seed cells in the
middle of the sample) but not as a result of the pattern size. The
stamps were cleaned with 70% ethanol, sonicated for S min, and dried
prior use.

Each PDMS stamp was incubated with 100 uL of sterile (filtered
through a 0.2 um filter) BSA or FN (100 pg/mL) for 1 h. Afterward,
the stamps were rinsed with water and dried under a N, flow.

The pCP was performed by placing the stamps over the substrates,
applying a gentle pressure during 1 min, to get a conformal contact
with the surfaces, and then carefully peeling them off (Figure 2B).
Substrates were covered and stocked at 4 °C until cell seeding.

2.4. Isolation, Culture, and Characterization of Mesenchy-
mal Stem Cells. We used mesenchymal stem cells from two sources:
bone marrow and adipose tissue. While ASCs are the focus of this
investigation, BMSCs were used as a control for comparison purposes
since the stem cells from this source are the ones most studied.

Human bone marrow aspirates were obtained from healthy patients
under the scope of a cooperation agreement with Hospital da Prelada
(Porto, Portugal). BMSCs were separated on a Histopaque density
gradient (1.077g/mL, Sigma-Aldrich) and washed with isotonic
phosphate buffered saline solution (PBS, Sigma-Aldrich). BMSCs
were expanded in a-modified Eagle’s medium (a-MEM, Sigma-
Aldrich) supplemented with 1% antibiotic/antimycotic (Gibco), 10%
fetal bovine serum (FBS, Gibco), and 2 ng/mL bFGF. Cells from
second to fourth passage were used in this study.

Human subcutaneous adipose tissue samples (age range of 20—36
years) were obtained from lipoaspiration procedures under the scope
of a cooperation agreement with Hospital da Prelada (Porto,
Portugal). The adipose tissue was washed with PBS containing 10%
antibiotic/antimycotic and then digested with a 0.1% collagenase from
Clostridium histolyticum (Sigma-Aldrich) solution in PBS for 45 min at
37 °C under gentle stirring. The digested tissue was gently pressed
through a strainer and centrifuged at 1000g for 10 min. The cell pellet
was resuspended and incubated in lysis buffer (155 mM NH,C], 5.7
mM K,HPO,, 0.1 mM EDTA) 10 min before centrifugation at 800g
for 10 min. Cells were expanded in a-modified Eagle’s medium
(Sigma-Aldrich) supplemented with 1% antibiotic/antimycotic
(Gibco), 10% FBS (Gibco). Cells from third and fourth passage
were used in this study. Both populations were characterized by flow
cytometry prior to use (Figure S4, Supporting Information).

Micropatterned and control ox-GAGs coated surfaces (n = 3 for
each condition) were seeded with MSCs at concentration of 3000
cells/cm? in serum free medium and incubated for 1, 7, and 24 h at 37
°C under a humidified atmosphere of 5% CO,. The samples were
washed twice with PBS, fixed in 10% neutral buffered formalin for 30

min at 4 °C, permeabilized with 0.2% Triton X-100 in PBS for S min,
and blocked with 3% BSA in PBS for 30 min at room temperature.
Phalloidin—TRITC conjugate was used (1:200 in PBS for 30 min,
Sigma) to assess cytoskeleton organization. Nuclei were counter-
stained with 1 yg/mL 4,6-diamidina-2-phenylin (DAPI, Sigma) for 30
min. Primary antibody against vinculin (clone h-VIN1, 1:400 in 1% w/
v BSA/PBS, Sigma), followed by rabbit antimouse Alexafluor-488
(1:500 in 1% w/v BSA/PBS, Invitrogen), was used to observe focal
adhesion formation. Immunostaining was also employed to evaluate
CD44 expression (HA receptor): the samples were incubated with a
monoclonal CD44 antibody (8E2F3 clone, 1:500 in 1% w/v BSA/
PBS, Acris) followed by rabbit antimouse Alexafluor-488 (1:500 in 1%
w/v BSA/PBS, Invitrogen). Samples were washed with PBS, mounted
with Vectashield (Vector) in glass slides, and observed under an
Imager Z1 fluorescence microscope (Zeiss) and photographed using
an Axio Cam MRm (Zeiss).

Morphology of the cultured cells was evaluated by scanning electron
microscopy (SEM). The samples used for immunostaining were
washed twice in PBS, dehydrated in a graded series of ethanol, dried
using hexamethyldisilazane, and then examined at an accelerating
voltage of 15 kV in a Leica Cambridge S-360 scanning electron
microscope.

2.5. Morphometric Studies. The effect of the patterns on the
cellular behavior (adhesion and morphology) was evaluated by
observing changes in number of adherent cells per area and analyzing
their shape. Image] software object tools were used to measure and
compare the cell circularity. Postimage processing was applied to
obtain a binary image where individual cells were identified. At least
five circularity bins of 0.1 intervals were set up, and circularity values
between 0 and 1 were placed in each bin (0 being a line and 1 being a
circle). Cell orientation angle was analyzed using Orientation J plug-in.
The morphometric analysis was performed using Image] 1.49e.

2.6. Statistical Analysis. All the quantitative results were obtained
after analysis of at least three measurements per sample. Initially, a
Shapiro—Wilk test was used to validate the normality of the data.
Student’s ¢ tests for independent samples were performed to test
differences among the samples. The results are presented as mean +
standard deviation (SD) if the data followed a normal distribution. Box
plot presentation of the data is used when they did not follow a normal
distribution. Kruskal—Wallis test followed by Mann—Whitney test was
applied in this case in order to determine the statistical significance of
the observed differences. Throughout the following discussion, the
differences were considered significant if p < 0.0S.
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3. RESULTS AND DISCUSSION

3.1. GAGs Functionalized Surfaces. The approaches used
for immobilization of glycans on solid supports can be divided
in two groups: (i) noncovalent deposition of high molecular
weight polysaccharides on functionalized surfaces and (ii)
methods based on covalent attachment of carbohydrates to the
solid support. The main advantage of the strategies involving
noncovalent immobilization is the possibility to use natural
carbohydrates without any modification. The obtained surfaces
are distinguished with an easy adjustment of the glycan binding
sites because of the higher flexibility of the macromolecules on
the supports. However, in our approach where a subsequent
UCP is involved, the stability of the attached carbohydrate layer
is the main concern, and thus, we have chosen the covalent
immobilization. Among the different possibilities, the Schiff
reaction is a convenient choice because it is straightforward,
relatively fast, and cheap. Moreover, previous studies have
demonstrated that this modification results in homogeneous
distribution of GAG on amino-functionalized surfaces.”’
Generally, the approaches based on covalent immobilization
require modification of both the used support and the
carbohydrate to be attached.”’ The used carbohydrates
therefore were oxidized to reactive aldehydes (Table 1, Figure

Table 1. Characteristics of Oxidized Glycosaminoglycans

Do  CHO content (X 107+ M, M,
sample Ds® (%) mol/g)® (kDa)¢ (kDa)¢ PDI*
Ox-HA 17.5 9.0 160 100 1.5
Ox- 13 28.5 14.5 9 6 15

HEP

“Degree of sulfation (Ds) was determined by elemental analysis.
bAldehyde content was determined using Schiff’s reagent via UV—vis
spectroscopy. The degree of oxidation (Do) was calculated from the
experimental aldehyde content in relation to the molar amount of
GAGs disaccharide repeating units. “Weight-average (M,) and
number-average (M,) molecular weight of oxidized molecules was
determined by flow field-flow fractionation (FFFF) with mobile phase
50 mM NaCl. Molecular weight distribution (polydispersity index:
PDI) is based on the values calculated from FFFF detection.

S1, Supporting Information), and the supports were function-
alized with the complementary amino-groups via self-assembled
monolayers. The characterization of ox-GAGs by UV—vis
showed approximately a 25% degree of oxidation for ox-HEP
and a lower degree (~18%) for ox-HA (Table 1). This
difference is in agreement with previous results, and it is
explained with the less exposed/hindered by hydrogen bonds
—OH groups of HA.** Functionalization of biopolymers often
results in side hydrolysis; oxidation of GAGs with NaIO, causes
cleavage of glycoside bonds, and a decrease of the M,, for both
studied GAGs was observed (HA: from 1.3 MDa to 160 kDa;
HEP: from 15 to 9 kDa).

In the next step, we generated GAG-functionalized surfaces
via a Schiff base reaction between the obtained ox-GAGs and
substrates uniformly coated with —NH, groups (Figure 1). The
functionalization of the NH, surfaces with GAGs was
confirmed by several surface characterization techniques
(Table 2, Figures S2 and S3, Supporting Information).

The charge of the surfaces decreased after their modification
with GAGs: both points of zero charge (POZ) and zeta
potential at pH 7.4 were significantly lower, which corresponds
to the negatively charged carboxylic and sulfate groups of HA
and HEP (Figure S2, Supporting Information). Finally, a new

Table 2. Characteristics of the GAG-Functionalized
Surfaces”

XPS
ZP at
sample  Au C (0) N S SH/SO; pH74 POZ
—NH2 381 45.6 8.8 6.3 12 1:0 =32.5 6.1
ox-HA 328 479 104 54 3.5 0.8:0.2 —60.7 4.0
ox- 258.5 SL.7 13.5 42 5.0 0.5:0.5 —784 3.8

HEP

“Used abbreviations: ZP, zeta potential; POZ, point of zero charge;
ox-HA, oxidized hyaluronic acid; ox-HEP, oxidized heparin.

signal at 165—169 eV appeared for oxidized sulfur in the XPS of
the HEP-functionalized surface (Figure S3, Supporting
Information) also confirming the success of the Schiff reaction.

3.2. Cell Behavior on GAG-Functionalized Surfaces.
The influence of HA on cellular response has been a subject of
great interest in the last two decades.”> > It has been clearly
demonstrated that the properties of HA, e.g, its molecular
weight, influence significantly the behavior of cells in contact
with this GAG:**"” generally, HA with high molecular weight
is associated with low cell adhesion.”***** HEP also influences
cell adhesion but the reported results are quite contradictory,
suggesting that HEP bioactivity depends on the way of its
incorporation.**™*® We used bone marrow-mesenchymal stem
cells (BMSCs) and adipose derived stem cells (ASCs) in
contact with the GAG-functionalized surfaces and in the
absence of any proteins to screen the effect of the immobilized
GAGs on cell adhesion and morphology. Cells adhered to all
studied surfaces after 1 h of culture regardless of the underlying
GAG (ox-HA or ox-HEP). The surface chemistry did not
influence the number of adherent cells, but cells from different
sources behave otherwise: we observed significantly more
adherent ASCs than BMSCs on all surfaces (Figure 3C). The
morphology of BMSC and ASC was also different: ASCs were
rounder than BMSCs, which formed long filopodia even at a
very short culture time (Figure 3A,B 1 h). We applied cell
morphometrics to quantify these observations. The results
demonstrated that different surface chemistry influenced cells
shape; however, significant changes were measured only for
ASCs (Figure 3D). The immunostaining of the adherent ASCs
and BMSCs revealed additional differences between these cells:
formation of focal adhesions (FA) was observed for BMSCs
only after 1 h of culture regardless of the used substrate (Figure
4A) while no FA were visible for ASCs at any of the studied
culture times (Figure 4B). At longer culture times (7 and 24 h),
the cells started to spread. The axial ratio and total spread area
of MSCs were calculated using Image] 1.49e software. Although
MSCs spreading area was similar on both surfaces (ox-HA and
ox-HEP) after 24 h of culture (Figure 3E), on ox-HA surfaces,
cells were significantly less stretched than on the corresponding
ox-HEP surfaces (Figure 3F). The cytoskeleton organization
was also influenced by the immobilized ox-GAG: ox-HEP
induced formation of well pronounced actin fibers for the
MSCs from both sources (Figure 4A, B). This difference can be
explained by the ability of MSCs to secrete fibronectin,®”>*
which can further interact specifically with HEP (but not with
HA). Indeed, previous studies have reported similar results:
—SO;H groups induce distinct cytoskeleton organization in
MSC3s9 t4}}at may be related to the differentiation of those
cells.””™
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Figure 3. Analysis of adhesion and morphology of MSC cultured in contact with 0ox-GAGs functionalized surfaces: scanning electron micrographs
(scale bars = 20 ym) showing the morphology of BMSCs (A) and ASCs (B) after different culture times. Analysis of cell adhesion after 1 h of culture
showed significantly more adherent ASCs than BMSCs regardless of the used substrate (C). At this time point, the underlying ox-GAGs influenced
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Figure 4. Fluorescence microscopy images showing cytoskeleton organization of BMSCs (A) and ASCs (B) after culture on ox-GAGs functionalized
surfaces with different degrees of sulfation. Scale bars correspond to 20 ym. Immunostaining of vinculin (green), actin (red), and nuclei (blue).

3.3. Expression of CD44. CD44 comprises a single gene
encoded family of glycoproteins with broad size heterogeneity
(80—200 kDa) due to variable N- and O-linked glycosylation
and to alternative splicing.** Different isoforms of CD44 have
binding domains for GAGs (e.g HA, heparan sulfate) and other
ECM components (e.g., collagen, laminin, and fibronectin).*>*
CD44-mediated cell interaction with HA has been implicated in
different physiological events including cell—cell and cell—-
substrate adhesion, migration, proliferation, and HA uptake and
degradation. Several studies have reported that CD44
expression is one of the characteristics of in vitro culture of
MSCs.%** Indeed, a recent report suggests that primary MSCs
and progenitor cells of bone marrow reside in the CD44-cell

10038

fraction that acquires CD44 expression after in vitro culture.'®*

In fact, CD44—HA interactions have been implicated in MSCs
adhesion and migration.***” Both populations of MSCs used in
this study were CD44+ (Figure S4, Supporting Information).
We used immunocytochemistry to analyze the CD44
expression of BMSCs and ASCs cultured in contact with the
ox-GAG-functionalized surfaces (Figure S).

Shortly after seeding (1 h), CD44 levels for BMSCs were
much higher than for ASCs regardless of the underlying surface
(Figure SA). Indeed, it has previously been shown that CD44 is
expressed on BMSCs but not modulated by HA despite the
higher content of this GAG in the ECM of the bone marrow
stroma.*® This data is in agreement with the results obtained by
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us and justified the high levels of CD44 detected for MSC from
this source. The ECM of adipose tissue has a composition that
is quite different from that of bone marrow stroma with HEP
and chondroitin sulfate as the main GAG components.** This
differential ECM composition most probably is reflected in the
receptor expression by these cells.

Because CD44 is an HA receptor, we expected that CD44
expression will be modulated in MSCs cultured on ox-HA
functionalized surfaces. Indeed, we observed a change in the
CD44 expression for both ASCs and BMSCs with prolongation
of the culture time, however, in opposite directions (Figure S).
In the case of BMSCs cultures, the initial CD44 levels remained
stable throughout the whole experiment for ox-HEP-function-
alized surfaces, as for the controls (TCPS). BMSCs cultured on
surfaces functionalized with ox-HA expressed less CD44 with
prolongation of the culture time although the obtained values
were still higher than the maximum values detected for ASCs
(Figure SA,B). Opposite behavior was observed for ASCs
cultures. In the beginning, CD44 levels were similar for all
tested surfaces and they increased for longer culture times (7
and 24 h, Figure SC). We, therefore, hypothesize that the
mechanism for CD44 signal transduction is different in ASCs
and BMSCs and is related to the different ECM composition of
these cells already discussed above.

It must be noted that CD44 expression increased for ASCs
cultured on ox-HA but also on ox-HEP functionalized surfaces.
It is known that low molecular weight HEP (as the one used by
us) can induce an increase in CD44 expression in mice.>’
Moreover, HEP-responsive CD44 isoforms are described for
trophoblast and cancer cells**" and such isoforms may also be
expressed by ASCs.

3.4. Protein-GAGs Patterned Surfaces. The possibility to
control cell adhesion, differentiation, and assembly on 2D
culture substrates via different micro- and nanoscale patterns
has been the subject of intensive research in the last decades.>>
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Several soft lithography techniques have been developed to
create such functional patterns. Among different possibilities,
we have chosen the simplest and cost-effective uCP (Figure
2B) to generate patterns on the ox-GAG functionalized surfaces
applying a procedure previously described by us.'” uCP
techniques are powerful tools to print molecules on reactive
surfaces in a covalent or noncovalent manner to produce well-
defined (both shape and spot morphology) patterns of
bioactive molecules.'* The functionality of the patterns can
be tuned by adjusting several parameters such as patterned
molecules and the period and the depth of the pattern as well as
its shape. As patterned molecules, we used two proteins:
albumin is an abundant, relatively small, and globular protein,
preventing cell attachment, while fibronectin is a cell-adhesive
protein that binds to one of the used GAG in this study, HEP,
via its specific heparin-binding domains.>® Different periods of
the pattern were also tested (Figures SS and S6, Supporting
Information). Previous studies have demonstrated that cells
may switch between growth, apoptosis, and differentiation as a
function of the pattern width:**>> small pattern widths (<10
um) can prevent cell attachment, while very wide patterns
(>200 pm) may act as a nonpatterned surface, i.e., cells do not
recognize the pattern and do not align.>*

The stability of the patterns generated by us was confirmed
using labeled proteins (BSA and FN): all patterns were stable
after washing the samples several times with phosphate buffer
saline (PBS, Figure S6, Supporting Information). The effect of
the patterning over MSCs behavior was evaluated using only
ASCs, on the basis of our results with nonpatterned surfaces
(more attached cells and a significantly different response of
those cells to underlying ox-GAGs). The cells rapidly adhered
to all studied surfaces (1 h) and began to align on the substrates
(7 h) regardless of the used ox-GAG and protein (Figures S7,
Supporting Information, 6, and 7B).
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Figure 6. Attachment of ASCs on ox-GAG surfaces patterned with
BSA (A) and EN (B), after 7 h of culture. Darker regions in the SEM
images correspond to the protein pattern. Bars correspond to 100 ym
(low magnification images) and 20 ym (high magnification images).

More attached cells and the best alignment were observed for
the smallest pattern (25 pm) and smears with an increase in the
pattern size. Cell bridging is also evident for the smallest
pattern (25 um), and it decreased with an increase in the
pattern size (Figure 6). The morphometric analysis confirmed
these observations (Figure 7A). When FN was patterned, cells
adhered to the protein functionalized areas (darker on the SEM
micrographs) and developed a cytoskeleton with well-
structured actin fibers and extended lamellipodia which were
mostly restricted to the protein patterned area (Figures 6B and
8).

We did not observe any significant effect of the pattern size
over cell circularity for these patterns (Figure 7A). Several
studies demonstrated enhanced cell attachment and spreading
on homogeneously FN-coated surfaces compared to identical
materials in the absence of FN.**®' We however did not
observe such spreading effect for FN patterned surfaces: cell
shape of ASCs cultured on nonpatterned (ox-GAG) surfaces
was similar to the cultures in contact with FN patterns (Figure
7A). A possible reason for this result is the size of the ASCs:
they are relatively big cells as their size is comparable with the
size of the patterns. As a result, the cytoskeleton of a single cell
is enough to cover all the width of the FN-coated area, i.e., the
spreading of a single cell is limited by the width of the pattern.

ox-HA ox-HEP

uCP BSA

UCPEN

Figure 8. CD44 expression for ASCs cultured on ox-GAG surfaces
patterned with BSA and FN after 7 h of culture. Fluorescence images
showing CD44 (green), cytoskeleton (red), and nuclei (blue). Bars

correspond to 20 ym.

Protein patterning affected the alignment of cells on all surfaces
(Figure 7B).

Cell orientation depended on both pattern width and
patterned protein: the best alignment (lower orientation
angles) was observed for the samples with the smallest FN
pattern width (25, S0 ym) (Figure 7B). The underlying GAG is
also important: ASCs cultured in contact with FN patterns on
ox-HEP had better orientation than those cultured on FN
patterned ox-HA (p < 0.001) (Figure 7). None of these effects
were observed for the BSA patterned surfaces. A closer look at
the SEM pictures revealed that, when the BSA was patterned,
cells adhered to the GAG exposed areas (Figure 6A) and had
morphology that is quite different from the one observed for
ASCs adherent on ox-GAG surfaces without pattern; ie.,
although the cells do not interact directly with the patterned
protein, its presence affects ASCs morphology. Different
morphology and cytoskeletal organization often can lead to a
differentiation process or can be an indicator for the occurrence
of such process. ASCs seeded on BSA patterned surfaces had
significantly rounder shape (Figure 7A). Besides different
morphology, ASCs adherent to the ox-GAG areas were positive
for CD44 while ASCs adherent on FN patterns did not express
CD44 (Figure 8). The different morphology together with
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Figure 7. Morphometric analysis of ASCs after 7 h in culture. Analysis of ASCs at the cellular level shows significant differences in circularity
between nonpatterned and patterned surfaces (A). Significant differences were detected for the two protein patterns (BSA and FN) and for the
different pattern widths (25, S0, and 100 pm). ASCs cultured on surfaces containing FN and ox-HEP show different cell orientation angles
depending on the pattern widths (B). The significant difference (p < 0.001, p < 0.01, and p < 0.05) is marked with s, s, and =, respectively.
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expression of different surfaces markers and the well
documented ability of ASCs to differentiate into different
lineages suggested that these surfaces can lead to differentiation
of ASCs.

4. CONCLUSIONS

Advances in nano- and microscale technologies made available
different strategies to engineer cell alignment including
mechanical loadings, topographical patterning, surface chemical
treatment, or a combination of these approaches. As a result of
these strategies, cell alignment can be promoted through either
mechanical modulation of the cytoskeleton or directive physical
and/or chemical gradients within local ECMs. Indeed, we
demonstrated that cells were able to respond to the external
stimuli and underwent an adaptive process dependent on cell
signaling and communication, during which cytoskeleton
reorganization and directional cell spreading occurred.
Furthermore, the results obtained with our platforms showed
that on smaller pattern widths cell bridging occurred more
frequently, which could be useful for applications that require
cell—cell interactions between patterns or formation of cell
sheets, without disturbing cell alignment.62 The combination of
0x-GAGs and uCP could also be used for MSCs differentiation
into different lineages, given the importance of the ECM
environment for the regulation of differentiation and develop-
ment.5>*

Our data demonstrated a double role of the developed
surfaces in the control of cell morphology and expression of
different markers: cell-surface interactions were substantially
affected not only by the surface topography but also by the
pattern chemical composition. Further studies that include
patterning of different matrix proteins (e.g., collagen, laminin)
and growth factors or more than one protein will be of high
relevance for elucidating the complex communication between
cells and their closest environment.
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