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Responsive, biocompatible substrates are of interest for directing the maturation and function of
cells in vitro during cell culture. This can potentially provide cells and tissues with desirable
properties for regenerative therapies. Here, we demonstrate a straightforward and scalable
approach to attach, align, and dynamically load cardiomyocytes on responsive liquid crystal
elastomer (LCE) substrates. Monodomain LCEs exhibit reversible shape changes in response

to cyclic heating, and when immersed in an aqueous medium on top of resistive heaters, shape
changes are fast, reversible, and produce minimal temperature changes in the surroundings.

We systematically characterized the strain response of LCEs in water and demonstrated the
attachment and alignment of neonatal rat ventricular myocytes on LCE substrates.
Cardiomyocytes attached to both static and stimulated LCE substrates, and under cyclic
stimulation, cardiomyocytes aligned along the primary direction of strain. This work demonstrates
the potential of LCEs as stimuli-responsive substrates for dynamic cell culture.

. INTRODUCTION

Cellular alignment plays a key role in the properties
and function of contractile tissue."? Various engineering
strategies have been implemented to align, culture, and
load contractile cells in vitro, including mechanical
stimulation, topographical patterning, and electrical stim-
ulation."** These approaches have provided insight into
cellular biomechanics and tissue properties when cells are
cultured in a dynamic mechanical environment and
potentially provide methods to engineer tissues for repair
and regenerative therapies.”

The importance of mechanical strain in cardiac tissue
is widely recognized. Mechanical strain influences
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cardiomyocyte alignment, elongation, and differentia-
tion."*® Devices for subjecting cardiac tissue to mechanical
strain during culture have been demonstrated for 2-D cell
sheets”>'° and 3-D scaffolds,"' ™ and commercial devices
are now available for applying strain during cell culture (e.g.,
the Flexcell® strain apparatus). These devices are relevant to
the development of cellular and tissue replacement thera-
pies,'* such as recent work demonstrating that cardiac cell
grafts prepared in vitro can integrate with and improve the
function of failing hearts.'>'® Simpler methods for preparing
aligned myocyte cell sheets are needed to advance these
studies and reduce the cost of potential therapies.
Stimuli-responsive materials can potentially address
the limitations of conventional devices and static materials
for biomedical applications. For example, Mather et al.
demonstrated the use of shape-memory polymers for
dynamically changing substrate topography during and
after cell culture.'”'® Schlunck et al. implemented
magnetically responsive elastomer nanocomposites
for modulating substrate stiffness during cell culture.'®
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Other examples include thermoresponsive and light-
responsive polymer systems, as described in recent
review articles.”?2°

Here, we demonstrate the application of liquid crystal
elastomers (LCEs) for dynamic cell culture. LCEs are
stimuli-responsive polymer networks, which exhibit a fully
reversible and large-amplitude  shape-response.”’ >’
Despite this, the implementation of LCEs for biomedical
applications has been limited for a number of reasons:
The nematic-to-isotropic (7Ty) transition temperature of
LCE:s is typically much higher than room temperature, the
shape-response of LCEs can be slow, and LCEs are
unresponsive to electric or magnetic fields in the pristine
state. Here, we demonstrate that LCEs are effective as
shape-responsive substrates for dynamic cell culture.
LCE:s are placed on a resistive heater, immersed in cell
culture media, and subjected to cyclic heating. The
resistive heater supplies heat locally to the LCE, and
the LCE undergoes volume-conserving, uniaxial con-
traction and elongation with heating and cooling, respec-
tively. Thin samples allow for operation at low heating
power, resulting in fast (~1 s) shape changes with
minimal ambient heating. Neonatal rat ventricular myo-
cytes (NRVM) were cultured on shape-responsive LCEs
and exhibited good attachment and viability. Under cyclic
strain, NRVM show orientational ordering along the
primary strain axis. This work demonstrates a simple
device for dynamic cell culture and the applicability of
LCEs as stimuli-responsive substrates for cell culture
applications.

Il. EXPERIMENTAL
A. Materials

Poly(methylhydrosiloxane) (PMHS) was purchased from
Gelest and used as received. Reactive liquid crystal
4-methoxyphenyl 4-(3-butenyloxy)benzoate and catalyst
dichloro(1,5-cyclooctadiene)platinum(Il) were purchased
from TCI America and used as received. The crosslinker
(1,4-di(10-undecenyloxy)benzene) was synthesized as pre-
viously described.*® Collagen type I (rat tail) was purchased
from Corning at a concentration of 3.4-3.6 mg/mL and
diluted to 50 pg/mL in 0.02 N acetic acid. Laminin was
purchased from Sigma Aldrich at a concentration of
1 mg/mL and diluted to 10 pg/mL in 1x Dulbecco’s
Phosphate Buffered Solution (DPBS) purchased from
Corning. Fibronectin (bovine plasma) was also pur-
chased from Sigma Aldrich at a concentration of
1 mg/mL and diluted in DPBS to a concentration of
5 pg/mL. Room temperature vulcanized (RTV) medical
grade silicone adhesive Silbione MED ADH 4100 was
used to adhere LCEs to heaters. Poly(dimethylsiloxane)
(PDMS) was prepared using a Sylgard 184 silicone
elastomer kit from Dow Corning at the recommended

10:1 weight ratio of monomer:curing agent. Before use,
PDMS elastomers were washed by immersion in
dichloromethane to remove unreacted oligomer, fol-
lowed by air drying. All solvents were purchased from
commercial suppliers and used as received. Resistive
Kapton flexible heaters were purchased from Omega.
Resistive heaters have a heating power of 10 W/in? and
dimensions of 1” x 1”7 (KHLV-101/10-P) or 0.5” x 2"
(KHLV-0502/10-P).

B. Preparation of LCEs

4-Methoxyphenyl 4-(3-butenyloxy)benzoate (166.2 mg,
0.557 mmol), 1,4-di(10-undecenyloxy)benzene (12.8 mg,
0.0310 mmol), and PMHS (40 mg, M,, = 2300 g/mol)
were dissolved in 0.4 mL anhydrous toluene along with
15 mL of a 1 wt% solution of platinum catalyst dichloro
(1,5-cyclooctadiene)platinum(Il) in dichloromethane. The
reaction mixture was added to a rectangular Teflon mold
(3cm x 2 cm x 1 cm) and heated to 60 °C for 15-20 min
with gentle agitation. Next, the partially crosslinked
elastomer was cooled by briefly immersing the Teflon
mold in liquid nitrogen, and then the LCE was carefully
removed from the Teflon mold. The sample was cut to the
desired dimensions and hung vertically with 6 g of weight
attached to the opposite side of the LCE. The LCE was
hung under load at room temperature for at least 5 days
during which the crosslinking reaction completed and the
LCE network was aligned. After completion of the cross-
linking reaction, the LCE was immersed in toluene to
remove the unreacted material and then dried in air.

C. Modification of LCEs for cell attachment

To enhance cellular attachment, the top surface of the
LCE was modified by a combination of UV ozone and
plasma cleaning, coating of the top surface with an inert
polystyrene or gold film, and deposition of a protein
layer. In a typical procedure, LCEs were cleaned by
oxygen plasma (Model 1020 Fischione Instruments
Plasma Cleaner) for 20 s and then coated with a 30 nm
layer of gold by sputtering (Denton Desk V sputter
system). The samples were then cleaned by UV ozone
for 10 min (Jelight, Model 42 UVO cleaner), soaked in
70% alcohol, and washed with PBS before a solution of
collagen type I with a concentration of 50 pg/mL in
0.02 N acetic acid was applied to the gold-coated LCE
surface. A drop of the collagen solution was placed on
the LCE to cover the entire surface. This was left for 2 h
at room temperature or overnight at 4 °C. Afterward, the
LCE was preconditioned in an incubator at 37 °C and 5%
CO, for a minimum of 1 h before cell seeding. In
modified procedures, a 1 mg/mL solution of fibronectin
or a 10 pg/mL solution of laminin was deposited on the
LCE instead of collagen. As an alternative to gold, a thin
polystyrene (PS) film can be deposited on the LCE
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surface by spin-casting onto silicon and transferring the
PS film to the LCE surface, as described previously.*'

D. Cell culture with NRVM

NRVM were harvested from freshly dissected ven-
tricles of 1- to 3-day-old Sprague-Dawley rats using an
isolation kit (Cellutron, Highland Park, NJ). Cells were
isolated using the Cellutron myocyte isolation protocol.
After isolation, cells were resuspended in high-serum
plating media (Dulbecco’s Modified Eagle Media
(DMEM), 17% M199, 10% horse serum (HS), 5% fetal
bovine serum (FBS), 100 units/mL penicillin, and
50 mg/mL streptomycin) and plated on top of LCE
substrates prepared as described above at a density of
100,000-600,000 cells/cm?. Around 24 h later, cells
were transferred to low-serum maintenance media
(DMEM, 18.5% M199, 5% HS, 1% FBS, and anti-
biotics). LCEs were then subjected to cyclic heating.
Resistive heaters were turned on and off through the use
of a Myopacer (Ionotopics) field stimulator and time
relay. The system can supply AC (0.010-99 Hz)
voltages in the range of 0-40 V with pulse durations
(equal on and off times) of 0.6 s—24 h. Cell cultures
were maintained inside an incubator at 37 °C and 5%
CO, and fresh maintenance media were added every 1-2
days. All culture media were purchased from Invitrogen
and sera were purchased from Gemini BioProducts.

E. Cell staining and analysis

To determine the cell attachment and viability, the cells
were stained using a viability/cytotoxicity assay kit from

oo Petridish,
Reslstive culture media
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Biotium (product number 30002-T) and left at room
temperature for 30 min. They were then imaged and
counted using an Image J (NIH) cell counter. To outline
the membrane of the cell, the cells were stained using
calcein AM (Biotium). For nuclei staining, the cells were
covered with VectaShield DAPI-containing mounting
medium (Vector Labs) before being imaged under
a fluorescent microscope (Leica). All cell count numbers

reported are over a 0.36 mm? area.

lll. RESULTS AND DISCUSSION

Our experimental configuration for cell culture studies
with LCE substrates is shown in Fig. 1. Monodomain
LCEs were prepared through a two-step crosslinking
method,>? with some modifications (see the Experimental
section for detailed procedure). The LCEs prepared for
this study were polysiloxane based side-group LCEs, and
the final samples were rectangular with a length L of
10 mm, a width W of 5 mm, and a thickness H of 0.5 mm.
For use in cell culture, the LCE surface was modified to
enhance cell attachment, placed on top of a resistive
heater and immersed in cell culture media. The entire
system was kept in a temperature controlled incubator
held at 37 °C. Heat supplied transiently to the bottom
LCE surface results in bulk LCE temperature changes,
which leads to reversible, volume-conserving, uniaxial
elongation and contraction of the LCE sample during
cell culture. The heating power and on/off pulse
durations were tuned to achieve a desired strain and
frequency and to minimize ambient heating. Below, we
discuss the shape-response of LCEs in water before
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FIG. 1. Schematic of experimental configuration for dynamic cell culture (top) and photographs of LCEs on resistive heaters. A variable voltage
supplied to the resistive heaters resulted in cyclic heating of the LCE substrates. The LCE substrates and resistive heaters were fully covered by
culture media, and LCEs were held in place by a medical grade silicone adhesive. The Petri dish and culture media resided in an incubator
maintained at 37 °C and 5% CO,. For the images on the bottom-right side, the same LCE was analyzed at different heating powers and at 10 s pulse
duration (10 s on, 10 s off). The LCE was held in place by silicone adhesive. Images were taken after 10 min of cyclic heating for equilibration, and

the LCE sample shown was approximately 9 mm in length.
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presenting the results of culturing NRVM on shape-
responsive LCEs.

The response of the LCEs to transient heating can be
predicted through simple physical arguments based on
energy conservation and known physical properties of the
LCEs. The LCE samples were rectangular with a thick-
ness of 500 pm and a total volume V of 0.025 cm®. The
density, heat capacity, and thermal conductivity of the
LCE are approximated to be that of PDMS, which has a
density p of 0.97 kg/m3, a heat capacity C, of 1460 J/kg K,
and a thermal conductivity k of 0.15 W/m K.** LCEs
contract spontaneously by 35% when heated from room
temperature to the nematic-to-isotropic transition tem-
perature (Tnp),>'* and the LCEs studied have a Ty of
approximately 75 °C measured by differential scanning
calorimetry. Based on these values, the amount of heat
required to raise the bulk temperature of the LCE from
37 °C to the Ty (75 °C) is pVC,AT, or approximately
1.8 J. Thus, small amounts of heat, supplied locally to
the LCE, can provide significant bulk temperature
changes and macroscopic shape-changes in the LCE.

Under transient heating, the bulk temperature of the
LCE will vary as the external heating source is turned on
and off and heat is dissipated to the surroundings.
Assuming that heat is dissipated quickly at the surface
of the LCE in contact with water, the characteristic time
scale for bulk temperature changes (and therefore sample
strains) is set by thermal diffusion through the thickness
of the LCE, ~ pCPH2/k, or roughly 2 s for the present
samples. Thinner LCE samples or LCEs with higher
thermal conductivities respond more quickly. This simple
analysis predicts that local heating of LCEs can produce
bulk temperature changes and therefore macroscopic
sample strains (up to 35%) on timescales on the order
of ~2 s with low amounts of heat (~1.5 J). These strains
and timescales are comparable to the strains and frequen-
cies used to align cells by mechanical deformation of
a substrate or scaffold.'

As shown in Fig. 1 and in videos available as
Supplementary Materials, monodomain LCEs placed on
a resistive heater with 5-20 W heating power and 1-10 s
pulse duration contract and elongate reversibly in water.
LCEs reach steady state after several minutes of cycling
and exhibit fully reversible strain in response to transient
heating. The magnitude of the reversible strain depends
on both the heating power and the pulse duration. Higher
heating powers or longer pulse durations result in larger
changes in the bulk LCE temperature and therefore larger
strains. In all cases, the strain is fully reversible. Mono-
domain LCEs are typically transparent due to uniform
alignment of the nematic director.”” Our monodomain
LCEs are transparent after preparation, but as can be seen
in Fig. 1, LCEs become hazy over time when placed in
water. This may be due to water penetration or material
degradation at the interface with water. However, this

does not have an impact on the shape-response of LCEs,
and the LCEs are observed to exhibit a reversible shape
response for the duration of our experiments, typically
several days.

To gain a more quantitative understanding of the
reversible shape response of LCEs under water, the
reversible strain was measured for varying pulse dura-
tions and heating powers. The response of LCEs to cyclic
on/off heating pulses at varying heating powers is shown
in Fig. 2. Strains were measured by recording the videos
of the shape response and analyzing the images. For low
heating powers, the reversible strain was roughly 5%
even for long pulse durations, but at higher heating
powers reversible strains as high as 35% were recorded.
The maximum strain is comparable to that measured for
LCEs heated in air.*'** For short pulse durations (0.6 s),
all LCEs exhibited less than 1% strain. At these short
pulse durations, heat was dissipated quickly and the bulk
LCE temperature remained relatively constant. At 1 s
pulse durations, up to 4% reversible strain was achieved
with 20 W heating power. In comparison to experiments
performed in water at 5 W, samples in air exhibited
higher strain values in response to cyclic heating. This is
expected due to the faster heat dissipation in water, which
results in lower bulk temperature fluctuations in LCEs.
These measurements demonstrate that LCEs can respond
reversibly in water, and the response time and strain can
be tuned by varying the heating power and pulse
duration. Videos demonstrating the response of LCEs
in air and under water on top of resistive heaters are
provided with supplementary materials available online.

The LCE bulk and surface temperature and the
temperature in the ambient media are important for the
proposed application. Variations in the bulk LCE
temperature give rise to macroscopic strains (shown in
Fig. 2), and, ideally, the surface and media temperatures
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FIG. 2. Plot of reversible strain in LCEs as a function of heating power
and pulse duration. Reversible strain was determined by measuring the
maximum and minimum sample lengths during heat cycling. All
samples were analyzed in water, except where indicated. The inset
shows the strain measured for pulse durations shorter than 1.5 s.
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FIG. 3. Temperature variation near the surface of the resistive
heater, in the bulk LCE, near the LCE surface and on the LCE
surface for cyclic heating with 12 W heating power. All measure-
ments were made using a thermocouple, except for the LCE surface
which was measured using an IR probe, as described in the main text.
The values above each bar indicate the average temperature (°C) for
each case. All samples were allowed to equilibrate for at least 10 min
under cyclic heating. The ambient temperature was approximately
25 °C. Data for 5 and 20 W under similar experimental conditions are
provided in the Supporting Information.

should remain in a temperature range to ensure viability
of cells on the LCE surface. A temperature gradient from
the bottom of the LCE to the top surface is essential to
producing macroscopic strains while maintaining moder-
ate temperatures at the top surface. At the same time, too
steep of a temperature gradient would lead to curling or
buckling of the sample instead of uniaxial elongation and
contraction. The LCE bulk temperature was monitored by
incorporating a thermocouple into the LCE. We also
monitored the temperature near the surface of the re-
sistive heater, near the top surface of the LCE, and in the
media far from the heater and LCE using a thermocouple.
Obtaining an estimate of the temperature of the LCE
surface in water presented practical difficulties as our
measurements using a thermocouple matched those of the
water near the LCE surface. To get an estimate of the
LCE surface temperature, the sample was allowed to
equilibrate under cyclic heating for at least 10 min, then
water was removed from the dish until the level of water
was below the top surface of the LCE. An IR probe
(Model IRT0421Kintrex, Vienna, VA) then provided
a measure of the temperature of the top surface, although
we expect this value to be lower when the LCE is kept
completely immersed in water.

As shown in Fig. 3 for 12 W heating power, the
temperature near the resistive heater varied substantially
for pulse durations of 5 s and greater, by up to 20 °C
between on and off pulses. The LCE bulk temperature
fluctuated by almost as much at long pulse durations, but

at 5 s pulse durations and shorter the bulk LCE
temperature varied by only roughly 3 °C. The tempera-
ture near the LCE surface fluctuated substantially less
than the bulk LCE temperature, even at long pulse
durations, and the average temperature of the top surface
of the LCE was always less than that of the bulk LCE.
Our measurements thus indicate a temperature gradient
across the sample (from the bottom to top surface), with
a 5-10 °C difference in temperature between the maxi-
mum temperatures of the top LCE surface and the bulk
LCE during cyclic heating. At the same time, no buckling
or curling is observed during cyclic heating. The meas-
urements also show that at shorter pulse durations, heat
dissipation at the LCE surface is effective at maintaining
moderate temperatures at the surface where cells can
attach to the LCE. The temperature of the water in the
Petri dish far from the LCE surface and resistive heaters
remained at ambient. Data for 5 and 20 W heating
powers are provided in the Supporting Information
Figures S1 and S2, respectively.

The results presented above indicate that LCEs may be
effective for cell culture at lower pulse durations and
heating powers. To implement LCEs for use in cell
culture, the top surface was modified to allow cell
attachment. Polysiloxane elastomers like PDMS and
LCEs have low surface and adhesion energies and are
not amenable to cellular attachment. Before carrying out
dynamic cell culture experiments, potential coatings were
tested on PDMS elastomers to determine the most viable
for myocyte attachment. PDMS was used as the test
substrate because it is readily available, easily synthe-
sized in large quantities and has a similar molecular
chemical structure to our LCEs. To modify the surface,
a thin layer of polystyrene (PS) was deposited on PDMS,
the surface of the PDMS-PS bilayer was subjected to
UV-ozone or plasma cleaning, and finally the treated
bilayer was coated with one of three different proteins:
collagen, fibrinogen or laminin. These treated PDMS-PS
elastomers were then used to culture NRVM. Cell
viability was analyzed by live-dead assays (calcein
AM/EthD 1III staining). Tissue-culture plastic and
untreated PS-PDMS elastomers were used as positive
and negative controls, respectively.

As shown in Fig. 4, protein layers exhibited improved
NRVM attachment and viability compared with
PS-PDMS negative control but reduced viability com-
pared with tissue-culture plastic. No significant difference
is observed in NRVM viability between the different
protein samples, but our experiments indicate reduced
consistency of cell attachment on surfaces treated with
fibrinogen and laminin compared with collagen. Collagen
was used as the protein coating for all studies described
below.

The results above indicate that a PS-collagen coating
provides reliable cell attachment and viability. However,
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FIG. 4. NRVM viability (left) and number of live cells attached (right) on PDMS-PS elastomers with different surface treatments. Three proteins
and two cleaning procedures were tested. Cell numbers reported per 0.36 mm? area.

a significant drawback of using PS coatings is difficulty in
applying it to several samples. PS films are deposited on
LCE surfaces through film transfer,’’ which requires
casting, lifting off, and transferring a PS film to each
LCE. As a more scalable approach, we explored the
modification of LCEs using gold. Gold is easily deposited
on multiple LCE samples simultaneously using a sputter
coater and can be subsequently modified with collagen to
enhance cellular attachment. The use of PS coatings may be
of interest to others in the field, and in the Supporting
Information we provide an example image of myocytes
cultured on PS-coated LCEs (Figure S3). We observe good
cell attachment and viability on these surfaces.

To prepare gold-LCE and gold-PDMS bilayers, the
elastomers are treated with oxygen plasma before a thin,
inert gold layer (30 nm) is deposited on LCEs or PDMS
by sputter coating. Gold is easily deposited on multiple
samples simultaneously using a sputter coater. Next, the
surfaces were cleaned by UV-ozone, and collagen was
deposited on the surfaces. Since silicone elastomers are
known to undergo time-dependent changes of surface
chemistry, we tested the effect of applying collagen
immediately after UV-ozone cleaning and after waiting
16 h before applying collagen to the surface. NRVM
were then cultured on the substrates, and the resulting
surfaces were analyzed for cell viability and attachment.

Both PDMS and LCE elastomers modified by gold and
collagen treatment exhibited high NRVM viability [see
Fig. 5]. A larger number of cells were found to attach to
LCEs compared with PDMS, and a drop in cell attach-
ment was observed for both elastomers when waiting
16 h in between UV-ozone treatment and collagen

I Average living cell number

1999 [ZZ7) Average total cell b

140
120
100: ---------
80
GD:
4IJ~‘
20

LCE 16hr PDMS Ohr PDMS 16hr

FIG. 5. NRVM live and total cell numbers on gold-modified LCE and
PDMS samples. All elastomers were modified through deposition of
a 30 nm gold layer followed by UV-ozone cleaning and deposition of
collagen. Collagen was deposited either immediately after UV-ozone
treatment (0 h) or 16 h after UV-ozone treatment. Standard deviations
are for living cell numbers. Cell numbers reported per 0.36 mm? area.

LCE Ohr

deposition. This suggests that surface chemistry changes
or the adsorption of contaminants over this time period
may affect collagen deposition on the gold-coated elas-
tomer surfaces. Representative live-dead assays from
both PDMS and LCEs are shown in Fig. 6, showing
high NRVM viability (greater than 95%).

Next, we tested cell attachment, viability, and orienta-
tion on LCEs subjected to cyclic heating. It should be
noted that the deposition of a thin gold layer does not
affect the macroscopic strain of the LCEs but can affect
the surface topography. Gold-coated LCEs are expected
to exhibit aligned surface wrinkles that disappear and
reappear depending on sample strain. This reversible
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" m.

FIG. 6. Calcein AM stained images of cardiomyocytes on PDMS (left) and LCE (right). Surfaces were treated by gold deposition and collagen in

both cases. Live cells were pseudocolored green and dead cells red.

surface wrinkling in LCEs has been previously demon-
strated and studied by our laboratory.”'

Prior work with cardiomyocytes has explored a range
of strain and strain frequencies.' Early work demonstrat-
ing the use of silicone membranes for strain-induced
alignment of cardiomyocytes typically applied 20%
strains.’>*® However, a more recent study found com-
parable increase in the force of contraction for engi-
neered heart tissue subjected to strains of 4—20%,3'7 and
cardiomyocyte remodeling and sarcomere addition
have been observed at 10% strains.*®>° For this study,
we chose a strain of 5% and pulse duration of 6.5 s.
This was chosen due in part to our temperature mea-
surements which indicate that at 12 W heating power,
excessive heating of the LCE and ambient are avoided.
However, it is recognized that this strain and frequency
are likely not be optimal for myocyte alignment. Future
work will explore the role of varying strain and strain
frequency and also seek to increase maximum strain
while minimizing ambient heating.

NRVM were cultured on LCEs under static conditions
for 24 h, and then cyclic heating was initiated contin-
uously for 2-3 days. Cells were then stained for
analysis. As shown in Fig. 7, cells successfully attached
on LCEs subjected to cyclic heating. The density of
cells attached to the surface was substantial, even under
cyclic heating. Some samples also showed evidence for
cell connectivity and network formation (see Supporting
Information Figure S4). Viability and total cell counts
were difficult to quantify due to the high density of
cells, but nuclei staining confirmed that cells attached to
the surface, some of which are elongated and some
spherical in shape.

Cellular orientation was quantified through image
analysis. We analyzed cellular orientation on static LCE
and PDMS substrates and on stimulated LCE substrates
[see Fig. 8]. As expected, cells cultured on static LCE and
PDMS substrates are oriented isotropically. In the case of
stimulated LCE substrates, some regions of the LCEs
showed evidence for significant myocyte alignment.
Interestingly, the preferred orientation was found to be

at a slight angle relative to the major axis of the LCE.
This may indicate imperfect alignment of the LCE or
nonuniform deformation. Some regions of the LCE
surface exhibited poorer alignment, and cells in poorly
aligned regions have a slight preference for orientations
parallel or perpendicular to the major strain axis. It is
unclear whether heterogeneity in the quality of cellular
alignment is due to nonuniform sample strain, inhomo-
geneities on the surface, or some other disturbance during
culturing and analysis. Further studies are needed to
optimize LCE stimulation to improve cellular response
and orientation.

The results presented demonstrate that LCEs can be
implemented as shape-responsive substrates for cell
culture in a simple device configuration. Heat can be
used as a stimulus to produce reversible shape changes of
1-5% and frequencies of 1.6 Hz or smaller. The cell
culture data presented indicate that cells remain viable
and attach to the surface of the LCE during cyclic
heating/straining. Studies are underway to determine
the range of strains and frequencies possible with
shape-responsive LCE substrates. Future measure-
ments will focus on more accurately measuring surface
temperatures and strains and optimizing the heating
power and cycle durations for improved cell alignment.
We may find, for example, that cells remain viable at
higher heating powers, enabling larger strains and/or
shorter pulse durations. We will also analyze the
properties of myocyte cell sheets grown in vitro on
responsive LCE substrates to determine if cyclic strain
on LCEs provides similar enhancements of tissue
properties as observed on mechanically stretched elastomer
surfaces.’

While a relatively simple device configuration was
used in the present work, the same procedures reported
here can be combined with innovative strategies for
achieving a stimulus—response in LCEs. For example,
conductive LCE nanocomposites can respond directly
to electrical stimulation and localized heating.**~*?
Dye-doped LCEs or carbon-nanotube LCE nanocompo-
sites respond to light and/or IR-radiation,**~*¢ enabling

J. Mater. Res., Vol. 30, No. 4, Feb 28, 2015 459


https://doi.org/10.1557/jmr.2014.392

https://doi.org/10.1557/jmr.2014.392 Published online by Cambridge University Press

A. Agrawal et al.: Stimuli-responsive liquid crystal elastomers for dynamic cell culture

FIG. 7. Calcein AM (top) and calcein AM and DAPI (bottom) stained images of cardiomyocytes on selected regions of LCE under cyclic heating.
LCEs were stimulated through 12 W heating power and 6.5 s pulse duration, producing approximately 5% uniaxial strains during cell culture.
The primary strain direction is horizontal in the images above. Images are at 10x (left) and 40x (right) magnification. The cells were stained using
calcein AM (Biotium) while the nuclei were stained with VectaShield DAPI-containing mounting medium (Vector Lab). The images were then

observed and imaged using a fluorescent microscope.
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FIG. 8. Radial plots showing the orientation of cells after cell
culture under static (top) and dynamic (bottom) conditions. Each
radial arc represents 5% of cells counted. Under static conditions,
no preferential cell orientation is observed. Under dynamic con-
ditions, cells are preferentially oriented along the direction of
elongation/contraction.

remote activation with no physical contact to a heating
element or electrode. Other opportunities include using
the combination of surface wrinkling3’31 with macro-
scopic strains to engineer aligned cellular constructs.
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To view the supplementary material for this article, please visit http://dx.doi.org/jmr.2014.392.
Supplementary videos of shape-responsive LCEs, data on temperatures measured at 5 and 20 W
heating powers, analysis of cellular orientation on wrinkled substrates, and additional images from

cell culture experiments are provided in the supplementary information.
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