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In this study, we investigated human mesenchymal stem cell (hMSC) interactions with uniform
hydrogels and hydrogels with lamellar or hexagonal surface wrinkles to elucidate our ability to control
hMSC morphology and differentiation. Wrinkled hydrogels were prepared from photocurable poly(2-
hydroxyethyl methacrylate) (PHEMA) precursor solutions containing ethylene glycol dimethacrylate as
a crosslinker, using depth-wise gradients in crosslinking and subsequent buckling with swelling to

ﬁeydwordff generate wrinkles. A replica molding process was used to fabricate a series of gels with uniform
Sgrfar\zgewrinkles mechanics, but altered surface wrinkle size and shape. We found that hMSCs attached to lamellar
Stem cells wrinkles spread by taking the shape of the pattern, exhibit high aspect ratios, and differentiate into an
Morphology osteogenic lineage. In contrast, cells that attached inside the hexagonal patterns remain rounded with

Differentiation low spreading and differentiate into an adipogenic lineage. This work aids in the development of

material-based cell culture and scaffold systems to direct stem cell differentiation.

© 2010 Elsevier Ltd. All rights reserved.

1. Introduction

Human mesenchymal stem cells (hMSCs) are marrow-derived
heterogeneous cells that are able to proliferate and differentiate
into a variety of cell types, such as osteoblasts (bone), adipocytes
(fat), and chondrocytes (cartilage) [1,2]. Due to their migratory
and space filling ability, potential as a clinically translatable
autologous cell source, and multi-lineage potential, the use of
hMSCs has become increasingly important as a component in
approaches for wound repair and tissue regeneration [3,4].
Therefore, it is crucial to understand mechanisms for controlling
hMSC differentiation to generate novel regenerative stem cell-
based therapies.

Stem cells are responsive to both intrinsic and extrinsic cues,
which include soluble factors [2], chemical and physical signals
[5—9], mechanical factors [10,11] (such as matrix elasticity and
tension) and the general microenvironment [12—14]. In response to
complex spatial and temporal combinations of these cues, such as
in the natural extracellular matrix environment, cells undergo
morphological changes and lineage specification. For example,
Engler et al. showed that matrix elasticity can specify stem cell
lineage toward neurons, myoblasts and osteoblasts [11]. While
these cues may cause morphological changes along the path to
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differentiation, it was also shown that cell shape alone could
regulate stem cell differentiation [15—17]. For instance, by gener-
ating fibronectin coated islands with various sizes on flat surfaces,
McBeath et al. showed the switch in hMSC commitment from
adipogenic to osteogenic phenotypes with increasing island size
from 1024 to 10,000 um?, which was reported to regulate cellular
RhoA activity [18]. In addition, Ruiz and Chen showed that the
overall geometry of the patterns is important to regulate prolifer-
ation, spreading and differentiation [19]. They concluded that the
relative location of the individual cells within a pattern determines
the localized cytoskeletal tension, triggering differentiation such
that high tension leads to greater spreading and osteogenesis,
whereas low tension leads to rounded cells and adipogenesis.
Finally, Kilian et al. recently showed the critical role of geometric
shape in regulating mechanochemical signals and paracrine/auto-
crine factors to direct MSC differentiation [20].

In this study, we investigated a technique to control stem cell
morphology and differentiation: namely micro-scale hydrogel
surface wrinkling. Micro- and nano-structured patterns on elasto-
meric and hard materials are able to control cell orientation,
elongation, growth and migration for various cell types, mainly due
to contact guidance and the extent of focal adhesions, determined
by the feature dimensions [21—24]. First, we investigated the
effects of wrinkle morphology and size on stem cell shape, with
particular interest on the wrinkle conditions for rounded cells with
low spreading, and for elongated cells with high aspect ratios. Then,
we investigated the effects of this controlled cell shape and
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spreading on hMSC differentiation towards osteogenic and adipo-
genic phenotypes.

2. Materials and methods
2.1. Fabrication of hydrogels with surface wrinkling

Surface patterns formed spontaneously on PHEMA hydrogels with depth-wise
crosslinking gradients when immersed in water, and remained stable in the dry
state. The details of the pattern formation, ordering and characterization can be
found elsewhere [25,26]. In this study, we used previously fabricated gradient-
PHEMA gels (i.e., PHEMA masters) with lamellar and hexagonal surface patterns,
and replicated these patterns on PHEMA gels with uniform structural and
mechanical properties using a replica molding technique. PHEMA prepolymer was
prepared by UV exposure (UVP Black Ray, 8 mW cm2) of 2-hydroxyethyl methac-
rylate (HEMA, 2.5 mL, 98%, Alfa Aesar) as monomer and Darocur 1173 (3 wt%, 75 pL,
Ciba Specialty Chemicals) as photoinitiator for 1 min. Additional Darocur 1173
(50 pL) and the crosslinker, ethylene glycol dimethacrylate (EGDMA, 25 pL, Poly-
sciences), was added to the prepolymer to form PHEMA molding precursor. A PDMS
mold was fabricated by casting the PDMS precursor mixed with the curing agent
(Sylgard 184® Silicone Elastomer Kit, Dow Corning) in a 10 to 1 weight ratio onto the
PHEMA master, followed by thermal curing at 65 °C for 4 h. The PDMS mold was
then carefully peeled off from the PHEMA master. To fabricate the PHEMA replica,
PHEMA molding precursor was cast on a methacrylated glass slide [25] and the
PDMS mold was pressed over it. The PDMS mold was gently peeled off after UV
exposure (Omnicure S1000 UV Spot Cure System, Exfo Life Sciences Division) for
25 min (~10 mW cm~2, 365 nm). The crosslinked PHEMA film (PHEMA replica)
attached to the glass slide was incubated at 140 °C for 2 h in order to further
crosslink the reactive components in the gel.

2.2. Preparation of hydrogel substrates for cell studies

PHEMA replicas attached to the glass slides were placed in a 24-well plate,
swelled in PBS (refreshed several times) and in 70% ethanol (in PBS) for 1 day each,
and sterilized under a germicidal UV lamp for 2 h. Hydrogels were then incubated in
fibronectin from bovine plasma (20 pg mL~, Sigma) in DPBS (Dulbecco’s phosphate
buffered saline 1x, 1 mL per well) at 37 °C overnight. After the solution was aspi-
rated, wells were rinsed with DPBS three times, and hydrogel films were maintained
in 0.5 mL of growth medium in each well at 37 °C for 1 h prior to cell seeding.

a PDMS precursor
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2.3. Imaging wrinkle morphology and fibronectin adsorption

In order to characterize the distribution of fibronectin on the hydrogel surfaces,
fibronectin was conjugated with FITC by using a FluoroTag™ FITC conjugation kit
(FITC1-1KT, Sigma). Both bright field and fluorescent microscopy imaging was
performed either on Olympus BX51 microscope (B&B Microscopes Limited) and
Zeiss Axiovert 200 inverted microscope (Hitech Instruments, Inc.). Confocal
microscopy imaging was performed on a Nikon TE300 inverted microscope fitted
with a Bio-Rad Radiance 2000 MP3 system (Bio-Rad Laboratories, Inc.). Images were
observed through a 10x and/or 20x objective, and recorded with Lasersharp 2000
software (Bio-Rad Laboratories, Inc.). A fluorescent dye, methacryloxyethyl thio-
carbonyl rhodamine B (PolyFluor™ 570, Polysciences), was added to the precursor to
obtain contrast (gel appears red under fluorescent light). Depth profiles were
obtained by collecting xz-scans with 1 um step size.

24. Cell culture and reagents

Human mesenchymal stem cells (hMSCs, Lonza Corp.) were expanded in growth
medium (a-MEM, 10% FBS, 1% L-glutamine and 1% penicillin streptomycin). HMSCs
(passage 3) were exposed to 10 ug mL~! mitomycin C (Sigma) in serum-free growth
medium for 2 h, washed with growth medium several times, and incubated in
growth medium for at least 1 h prior to seeding. For spreading and morphology
studies, cells were seeded on flat and surface patterned PHEMA hydrogels (3 gels per
condition) in a 24-well plate and incubated for 24 h in the growth medium (1 mL of
media per well). For differentiation studies, after 24 h of incubation in growth
medium, cells were maintained in 1:1 adipogenic induction (Lonza Corporation):
osteogenic (R&D Systems Inc.) media (mixed media) for 14 days. Media was
refreshed every 3 days.

2.5. Cell staining

Cells were washed and fixed in 4% formalin for 10 min. For morphology studies,
after triton extracting the soluble component and blocking the non-specific binding
sites (with 3% BSA and 0.1% Tween-20 in PBS), the samples were stained for actin
with FITC-phalloidin (Sigma) and for nuclei with DAPI (Invitrogen). For differenti-
ation studies, fixed cells were stained for alkaline phosphatase with Fast Blue RR/
naphthol solution (Sigma), lipid droplets using 3 mg mL! oil red O (Sigma) in 60%
isopropanol, and nuclei with DAPI. Cells were also fixed and immunostained on
other samples for fatty acid binding protein 4 (FABP4) and osteocalcin. After fixing
and triton extracting the soluble components, samples were blocked for 1 h with

f Thermal A
Curing Molding UV Curing g
Peel off eelo i
PHEMA master PDMS mold Partially polymerized PHEMA EhHERAmeplica

PHEMA gel
Flat

precursor

Fig. 1. (a) Schematic of the patterned-hydrogel fabrication process. (b) Optical microscopy images of the original, gradient-PHEMA gel with swelling surface patterns, PDMS mold
and PHEMA replica. (c) PHEMA gels containing 1 wt% EGDMA with uniform mechanical properties (~ 150 kPa), but different surface topography: flat, lamellar and hexagonal. Scale

bars are 50 pm.
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33% goat serum. Samples were then incubated in anti-human FABP4 (R&D Systems
Inc.) and osteocalcin (R&D Systems Inc.) antibodies overnight, followed by incuba-
tion in Alexa Fluor®R 488 goat anti-mouse IgG (H + L) (Invitrogen, Molecular Probes)
and Alexa Fluor® 350 donkey anti-goat IgG (Invitrogen, Molecular Probes) secondary
antibodies for 1 h, followed by extensive washing.

For cellular aspect ratio measurements, at least 10 images (combination of bright
field and fluorescent microscopy images at 10x magnification) were taken from
each hydrogel surface (3 gels for each condition). Maximum orthogonal length,
width and area of each cell were measured using NIH Image] (1.41n), and the aspect
ratio was calculated as the longer length divided by the shorter length.

3. Results and discussion

We recently reported the formation of a wide range of surface
wrinkling patterns: random worm-like structures, peanut shape,
lamellar and a highly ordered hexagonal pattern, in swollen poly(2-
hydroxyethyl methacrylate) (PHEMA) gradient-hydrogel films
confined onto a flat substrate [25,26]. Gradient hydrogels were
fabricated by manipulating O, diffusion during the UV curing
process, which created a modulus gradient with depth. Wrinkle
morphology and size were controlled by the crosslinker concen-
tration and initial film thickness, respectively. In addition, the
resulting surface wrinkles were kinetically trapped during drying
because of the glassy nature of PHEMA, leading to stable patterns in
both wet and dry states. Although we obtained reproducible
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pattern structures and sizes, the structural and mechanical prop-
erties of the hydrogel films differ significantly for each condition
[25]. Therefore, in order to decouple PHEMA properties from the
wrinkle morphology and size, we produced replica gels from
gradient-PHEMA masters in two-steps (Fig. 1a and b). First, a PDMS
mold was generated from the master. Next a PHEMA replica was
created by pressing the PDMS mold on a partially polymerized
PHEMA precursor cast on a methacrylated glass slide and exposing
it to UV light (Fig. 1b). Importantly, this technique is applicable to
a variety of photocrosslinkable materials. For instance, for meth-
acrylated hyaluronic acid gels [27,28], wrinkle geometry remained
stable for gels with equilibrium Young’s modulus >100 kPa (results
not shown).

To investigate the effects of pattern geometry and size on stem
cell morphology and spreading, we focused on lamellar and
hexagonal patterns with A = 50 or 100 pm (amplitude ~20 pm) for
each condition (Figs. 1c and 2, also see Fig. S1 in the Supporting
Information). Replica gels with surface patterns or flat gels were
photocured from a PHEMA precursor solution containing 1 wt%
EGDMA (crosslinker) and exhibited swollen Young’'s moduli of
~150 kPa, regardless of pattern type or size [25]. After sterilization,
hydrogels were incubated in a fibronectin solution to enhance cell
adhesion, and fibronectin was found to diffuse uniformly into the
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Fig. 2. Confocal fluorescent microscopy images (xy- and xz-scans) of PHEMA hydrogels: without (flat) and with either lamellar or hexagonal surface patterns stained for either the
network structure (red) or for fibronectin localization (green). For each condition, the xy-image shows the overlap of red (hydrogel) and green (fibronectin) channels. Dotted lines
on the xy-images represent the position of the corresponding xz-scans. Scale bars are 50 pm.
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Fig. 3. Fluorescent microscopy images of hMSCs seeded on flat (FLAT), lamellar (LAM) and hexagonal (HEX) hydrogel patterns (staining: blue-nuclei, green-actin, and red-hydrogel)

and cultured for 24 h (a—b) Images showing typical stem cell morphology and spreading: random for flat, spread and elongated for lamellar, and rounded with small area for
hexagonal patterns. Stem cell aspect ratio (c) and spreading (d) for flat, lamellar and hexagonal hydrogels. Scale bars are 100 um for top panel and 25 um for bottom panel.
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hydrogel independent of the surface topography (Fig. 2). Thus, the
concentration of fibronectin is uniform on all surfaces at the cell-
material interface.

HMSCs were seeded on fibronectin-adsorbed PHEMA replica
hydrogels with lamellar and hexagonal surface patterns and
allowed to attach and spread for 24 h. The cells were then fixed and
co-stained for actin (green) and nuclei (blue) to determine the
shape (aspect ratio, AR), spreading (cell area) and number of hMSCs
(Fig. 3a and b). A fluorescent marker was incorporated into the
precursor solution prior to UV exposure to obtain contrast from the
hydrogel under fluorescence (red). HMSCs were found to attach
and spread randomly onto the flat hydrogels, such that almost 80%
of the cells had an AR between 1 and 4, whereas the remaining 20%
had AR between 4 and 16 (Fig. 3). In addition, the cell area varied
randomly from 1 x 10° to 7 x 10> pm?. On wrinkled hydrogel
surfaces, the ability of hMSCs to recognize the pattern geometry
was found to be dependent on the pattern size, and the stem cell
morphology was determined by the location of the cell relative to
the pattern (i.e., inside the pattern grooves or on the pattern
surface, see Fig. S1 in the Supporting Information). This, we believe,
is due to the relatively large length scale of the patterns compared
to the stem cells.

For lamellar patterns with A~50 pm, the majority of the cells
(~90%) were located on the pattern surface, spread randomly
without recognizing the pattern, and mostly formed bridges between
the patterns (Fig. S1 in the Supporting Information). However, for
A~ 100 um, the majority of cells ( ~ 80%) aligned themselves along the
patterns (Fig. 3a and c) with a wide distribution of AR from 4 to 30

such that majority of these cells (~40%) had AR within 10—12 fol-
lowed by 8—10 (23%), 4—6 (14%), and AR > 18 (14%). These cells
exhibited a wide range of spreading of 2—6 x 10> um? (Fig. 3d). For
hexagonal patterns with A~50 um, ~36% of the cells attached inside
the patterns. These cells were constrained by the groove and
remained rounded with AR of 1-2 (88%) and 2—4 (12%) and had
uniform cell areas (~1 x 103 pm?) (Fig. 3c and d). The remaining cell
population was found to attach on the patterns (outside grooves) with
low AR, but with a wide range of cell areas (1—4 x 10% um?). When the
pattern size was increased to A~ 100 pm, the majority of the cells were
found to be inside the patterns with low aspect ratio (AR = 1-2), but
large spreading (cell area = 2—7 x 10% um?) (Fig. S1 in the Supporting
Information). The cells that were outside the patterns were well
spread (1-5 x 10% um?) with AR mostly in the range of 1—6. These
results show that the morphology and size of the hydrogel surface
wrinkle controls the attached stem cell shape and spreading.

It has been shown that cell spreading (elongated or cuboidal)
facilitates calcium deposition during bone remodeling in osteocytes
[29,30], whereas round cells (circular with low spreading) allows
for maximum lipid storage in adipocytes [31,32]. Here, we exam-
ined whether the control of cell shape using hydrogel surface
wrinkling could direct the hMSC differentiation. To do so, we chose
lamellar patterns with A~ 100 pm, where we observed aligned cells
with high aspect ratio to stimulate osteogenesis, and hexagonal
patterns with A~ 50 um, where we observed round cells with small
area to stimulate adipogenesis (Fig. 3a and b). HMSCs were allowed
to attached and spread for 1 day in growth media, followed by 14
days of incubation in 1:1 adipogenic/osteogenic mixed media. The
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Fig. 4. (a) Optical microscopy images of hMSCs seeded on flat (FLAT) hydrogels and hydrogels with lamellar (LAM) and hexagonal (HEX) patterns and cultured for 14 days in mixed
media. Cells are stained for alkaline phosphatase (blue) and oil droplets (red) as markers of osteogenesis and adipogenesis, respectively. Scale bars are 100 pm. (b) Quantification of
% cells that were stained positive for either oil droplets (adipo) or alkaline phosphatase (osteo).
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cells were then co-stained for alkaline phosphatase as a marker of
osteogenesis and oil droplets as a marker of adipogenesis (Fig. 4a).
When all cells were quantified, osteogenic differentiation was
found to be up-regulated (Fig. 4b) such that ~91% of the cells
stained for alkaline phosphatase for lamellar patterns, followed by
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~74% for flat gels, and ~61% for hexagonal patterns. Likewise,
adipogenic differentiation was found to be up-regulated such that
~39% of the cells stained positive for oil droplets for hexagonal
patterns, followed by ~26% for flat gels, and ~9% for lamellar
patterns. Cells exhibited minimal differentiation when they were
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Fig. 5. Optical microscopy images of hMSCs seeded on flat hydrogels and hydrogels with (a) lamellar and (b) hexagonal patterns and cultured for 14 days in mixed media. Cells were
stained for alkaline phosphatase (blue) and oil droplets (red) to indicate osteogenesis and adipogenesis, respectively. Scale bars are 50 um. (c—d) Staining results showing % cells
that were stained positive for oil droplets (adipo) and alkaline phosphatase (osteo) for lamellar and hexagonal patterns. Cells that were in the pattern grooves are denoted by “In”
and on the patterns by “Out”. (e) Spreading versus aspect ratio for overall cell population on lamellar and hexagonal patterns.
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incubated in growth media (see Fig. S2 in the Supporting
Information).

As described above, the location of an individual cell relative to
the pattern determines its shape and spreading (Fig. 3b—c). There-
fore, we examined the cells in two groups: “in” and “out”, indicating
cells adhered inside and outside the grooves, respectively. For
lamellar patterns, osteogenic differentiation was up-regulated
(~98% of the cells) for cells that were outside the patterns and
exhibited high spreading and AR (Fig. 3c—d), in contrast to only a 20%
difference in favor of osteogenic differentiation for cells inside the
patterns (Fig. 5a and c). For hexagonal patterns, almost all of the cells
(~98%) inside the grooves remained rounded with low AR
(Fig. 3c—d) and differentiated towards an adipogenic phenotype,
whereas the majority of the cells (~95%) that were outside the
patterns differentiated towards an osteogenic phenotype (Fig. 5b
and d). To further understand this behavior, the cell spread area
versus the AR was plotted for both lamellar and hexagonal patterns
(Fig. 5e). Regardless of the pattern morphology, we observed that
adipogenic differentiation occurred for cells within a certain
morphological region, namely spread areas <10> um? and AR < 4
(see the shaded area in Fig. 5e). Cells outside this region all differ-
entiated into an osteogenic phenotype when cultured in this mixed
media formulation. Therefore, these results show that cell spread
area becomes very important for determining differentiation for
cells with low aspect ratio (AR < 4); within this regime, cells with
spread areas <10> ym? and >10° differentiated down adipogenic
and osteogenic lineages, respectively. However, for cells with AR > 4,
cells exhibited exclusively an osteogenic phenotype.

To further confirm these findings, cells were stained for other
markers of differentiation: i.e., FABP4 and osteocalcin, for adipo-
genesis and osteogenesis, respectively (see Fig. S3 in the Supporting
Information). After 14 days in mixed media, only cells that were
elongated and aligned by taking the shape of the lamellar pattern
stained positive for osteogenesis (i.e., osteocalcin). In contrast, only
cells inside the hexagonal patterns remained round with low
spread area and stained positive for FABP4. These results confirmed
the selective differentiation of hMSCs on patterned PHEMA
hydrogels.

4. Conclusions

In summary, we used hydrogel surface wrinkles to control hMSC
morphology and differentiation. We found that cells attached on
the lamellar pattern spread by taking the shape of the pattern,
exhibited high AR, and differentiated into an osteogenic phenotype.
In contrast, cells that attached inside the hexagonal patterns
remained rounded with low spreading and differentiated into an
adipogenic phenotype. Collectively, our results clearly indicate the
influence of cell morphology and spreading on differentiation,
particularly when investigated in relatively soft hydrogel systems,
as compared to previous work on flat rigid surfaces. These results
are important in that they can help define culture conditions that
permit selective differentiation, may provide information on
material surfaces for implantation, and may define scaffold struc-
tures that dictate desired lineage specification, including with
spatial control based on surface morphology.
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