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Abstract
Thermoresponsive poly(N-isopropyl acrylamide) (PNIPAM) microgels were patterned on
polystyrene substrates via dip coating, creating cytocompatible substrates that provided spatial
control over cell adhesion. This simple dip coating method, which exploits variable substrate
withdrawal speeds form particle suspension formed stripes of densely-packed PNIPAM microgels,
while spacings between the stripes contained sparsely-distributed PNIPAM microgels. The
assembly of three different PNIPAM microgel patterns, namely patterns composed of 50 μm
stripes/50 μm spacings, 50 μm stripes/100 μm spacings, and 100 μm stripes/100 μm spacings was
verified using high-resolution optical micrographs and ImageJ analysis. PNIPAM microgels
existed as monolayers within stripes and spacings, as revealed by atomic force microscopy
(AFM). Upon cell seeding on PNIPAM micropatterned substrates, NIH3T3 fibroblast cells
preferentially adhered within spacings to form cell patterns. Three days after cell seeding, cells
proliferated to form confluent cell layers. The thermoresponsiveness of the underlying PNIPAM
microgels was then utilized to recover fibroblast cell sheets from substrates simply by lowering
the temperature, without disrupting the underlying PNIPAM microgel patterns. Harvested cell
sheets similar to these have been used for multiple tissue engineering applications. Also, this
simple, low cost, template-free dip coating technique can be utilized to micropattern
multifunctional PNIPAM microgels, generating complex stimuli-responsive substrates to study
cell-material interactions and allow drug delivery to cells in a spatially and temporally-controlled
manners.

Introduction
A multitude of approaches have been employed to pattern cells on substrates at a variety of
length scales. Cell patterning allows control over cell morphology, alignment, and even cell
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functions via interaction with underlying biochemical and/or topographical cues.1, 2 Cell
patterning methodologies include, but are not limited to, microcontact printing (soft
lithography),3 photochemistry,4 inkjet printing,5 laser bioprinting,6 and photolithography.7

These approaches require costly templates and frequent retooling with expensive optics and
radiation sources to generate cell patterns. It is therefore desirable to devise template-free
high-throughput cell patterning techniques. Controlled cell adhesion on substrates can then
lead to the formation of patterned tissues for a myriad of tissue engineering applications.
Herein, we achieve controlled cell adhesion by first patterning thermoresponsive PNIPAM
microgels via a simple, low cost, template-free dip coating methodology and then using the
patterned substrates to control cell adhesion at a variety of length scales.

Poly(N-isopropylacrylamide) (PNIPAM) is a well-known, often-utilized thermoresponsive
material, which exhibits a lower critical solution temperature (LCST) of ~31 °C in water.8

Below the LCST, PNIPAM-water interactions are favorable resulting in fully extended
soluble PNIPAM chains. However, above the phase transition temperature, PNIPAM is
hydrophobic and interactions between PNIPAM chains dominate, expelling water, and
leading to phase separation. This transition results in insolubility of the linear PNIPAM.9, 10

The thermoresponsive nature of PNIPAM has enabled PNIPAM-based materials to act as
substrates for harvesting cell sheets in an enzyme-free manner.11-14 Intact tissue-like cell
sheets with preserved extracellular matrix (ECM)15 can be used individually or can be
layered/rolled to create tissues of larger sizes or with defined lamellar organizations, an
approach known as “cell sheet engineering”. Specifically, cell sheet engineering has been
reported using PNIPAM coated substrates such as tissue culture polystyrene,16-18

micropatterned polystyrene,11 micropatterned poly(dimethyl siloxane) (PDMS),14 porous
cell culture membranes,19 and treated glass/silicon wafers.13, 20 Two recent reviews discuss
in greater detail the various approaches for cell sheet engineering.21, 22

PNIPAM can be crosslinked to form temperature-responsive hydrogels with volume phase
transition temperatures (VPTT) between 31-32 °C.23, 24 PNIPAM hydrogels in colloidal
forms are referred to as “microgels” (diameters in the nm - μm range) and are
biocompatible.25 Because of their small size and high surface area-to-volume ratios,
PNIPAM microgels exhibit faster responses towards temperature changes as compared to
bulk PNIPAM hydrogels.26 Moreover, PNIPAM microgels can be synthesized through
dispersion polymerization in an aqueous solution, where particle sizes can be controlled to
generate narrow particle size distributions.9, 27 Due to their temperature responsiveness,
PNIPAM microgels have found widespread biomedical applications, including bio-
separations,28 drug delivery,29, 30 and biosensor applications31.

PNIPAM microgels can be conveniently fabricated into monolayers on substrates simply by
spin coating32 or solvent evaporation (air drying).33, 34 For example, Kawaguchi et al.
reported assembly of ordered two-dimensional PNIPAM microgel arrays by air-drying the
microgels on polystyrene (PS) substrates.34 Recently, Schmidt et al. demonstrated the
successful adhesion and temperature-responsive detachment of cells on PNIPAM surfaces
generated by air-drying microgels.35 In addition to air-drying, unpatterned PNIPAM
microgel monolayers have also been deposited on positively-charged silicon wafers simply
by immersing substrates in the particle dispersion.36

The methods for microgel monolayer formation are extremely convenient but are
uncontrollable with respect to the patterns generated. In fact, forming ordered arrays of
nano/microparticles of defined dimensions on solid substrates without utilizing a
lithography-based templating strategy was not possible until Ghosh et al. generated “stripe/
spacing” patterns through dip coating of polystyrene particles onto gold-coated silicon
wafers.37 The stripe/spacing patterns of varying dimensions were formed simply by
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withdrawing gold-coated silicon wafers from polystyrene microparticle suspensions at
different withdrawal speeds.37 Watanabe et al. further determined that the stripe width via
this method could be controlled by varying particle concentrations and withdrawal rates,
unlike the distance between the stripes (spacings), which depended on stripe thickness and
the surface tension of solvent used to suspend microparticles.38 It was also observed that
evaporation rate did not affect stripe width and/or spacing, but it did affect the growth rate of
stripe-patterned films.38 In a recent study, particle stripe patterns with controllable
periodicity were successfully generated by altering the particle dispersion liquid levels used
to deposit the particles.39

To the best of our knowledge, dip coating of hydrogel-based particles (of PNIPAM or any
other polymer) has not been utilized to form patterns. Here we report a template-free
micropatterning (generation of stripe/spacing) of PNIPAM microgels on polystyrene (PS)
substrate via dip coating methodologies. By varying substrate withdrawal speeds from
PNIPAM microgel dispersions, we controlled the dimensions of the PNIPAM micropatterns.
We demonstrated that the resulting stripe/spacing microstructure could be employed for
controlling cell adhesion. We also utilized the thermoresponsiveness of PNIPAM coated
surfaces to demonstrate enzyme-free cell detachment simply by lowering the temperature
below the VPTT of the PNIPAM microgels. Our developed methodology is simple and low
cost and does not require lithographically-generated photomasks to form micropatterns.
Also, this template-free technique can be utilized to pattern multifunctional PNIPAM
microgels to form spatially complex stimuli-responsive substrates for biosensing and drug-
delivery applications. Additionally, we demonstrate that dip coated PNIPAM microgel
substrates can be employed to rapidly recover cell sheets of desired dimensions for
applications in tissue engineering.

Experimental Section
Materials

N-isopropylacrylamide (NIPAM, 97%), N, N'-methylenebisacrylamide (BIS, 99%),
potassium persulfate (KPS, 99%), styrene (>99%), sodium styrene sulfonate (>90%), Triton
X-100, and hydrogen peroxide solution (30%) were all purchased from Sigma-Aldrich.
Sodium dodecyl sulfate (SDS, 99%) was purchased from J.T. Baker. Sulfuric acid (98%)
was obtained from Mallinckrodt Chemical, Ethanol (ACS grade) from BDH chemicals,
Bovine Serum Albumin (BSA) from Sigma Life Sciences, and Fetal Bovine Serum (FBS)
was purchased from Atlanta Biologicals. High glucose Dulbecco's Modified Eagle's
Medium (HG-DMEM, HyClone) was purchased from Fisher Thermoscientific, Dulbecco's
phosphate buffered saline (DPBS) from Gibco/Life Technologies, and tissue culture T75
flasks were purchased from Grenier bio-one. Antibiotic-antimycotic solution (100 U/mL
penicillin, 100 μg/mL streptomycin, 0.25 μg/mL amphotericin B) was purchased from
Cellgro. DAPI (4′,6-diamidino-2-phenylindole), TRITC-conjugated phalloidin, FITC-
conjugated secondary antibody, and anti-Vinculin antibody were purchased from Millipore.
All reagents were used as received, and distilled deionized water was used in all
experiments.

Particle synthesis and characterization
PNIPAM microgels were synthesized using free-radical dispersion polymerization.40 In a
100 ml round bottom flask equipped with a magnetic stir bar, 0.76 g of NIPAM, 0.032 g of
BIS and 0.32 ml of 1% (w/w) SDS were dissolved in 50 mL of deionized water. The
solution was purged with argon for 40 min and then heated to 60 °C with continuous
stirring. Polymerization was initiated by addition of 0.5 ml of aqueous 0.123 M KPS. The
reaction was carried out for 5 hr and then allowed to cool to room temperature. The resulting
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particles were washed in deionized water by repetitive centrifugation (13,000 rpm, 2 hours,
15 °C) at least four times.

Polystyrene (PS) microspheres were synthesized by emulsion polymerization. In a 100 ml
round bottom flask equipped with a magnetic stir bar, 10 g of styrene and 0.01 g of sodium
styrene sulfonate were dissolved in 70 ml of deionized water. The solution was purged with
argon for 50 min and then heated to 70 °C under vigorous stirring.

Polymerization was initiated by adding 20 ml of aqueous solution of 9.25 mM KPS. The
reaction was carried out for 18 hours at 70 °C. The resulting particles were washed in
deionized water by repetitive centrifugation (4,000 rpm, 10 min, 15 °C) at least four times.
Particle size was measured using dynamic light scattering (Brookhaven Instruments model
90 Plus) on particles dispersed in deionized water.

Micropattern fabrication and characterization
Non-coated 75 mm × 25 mm glass slides (VWR) were cleaned by soaking in freshly
prepared Piranha solution (98% sulfuric acid: 30% hydrogen peroxide = 3:1 (v/v)) for 10
min. The slides were rinsed with deionized water twice and sonicated in ethanol for an
additional 10 min. After rinsing with ethanol, the slides were dried at 60 °C. PS substrates
were cut as 75 mm × 25 mm rectangles from regular, non-coated PS petri dishes (Becton,
Dickinson and Company). The cut substrates were cleaned by sonication in ethanol for 10
min, rinsed with ethanol and then dried at 60 °C. The cleaned substrates were used
immediately for patterning particles by dip coating.

Purified PNIPAM microgels or PS microspheres were dispersed in deionized water at a
concentration of 0.02 wt% and then filtered with a 0.1 μm pore size membrane. The particle
dispersion was maintained at 40 °C in an oil bath during the process. For micropatterning
PNIPAM microgels or PS microspheres, the substrate to be patterned was attached to a
programmable syringe pump (NE-1000, New Era), as shown in Scheme 1A. The substrate
was immersed into a PNIPAM microgel dispersion, and after temperature stabilization the
substrate was withdrawn upward at 90 μm/min or 50.9 mm/min continuously, or by
alternating the two speeds depending on the experiment. The setup was kept in a plastic
chamber to prevent interference from dust and airflow. To fabricate the surfaces coated with
PNIPAM microgels at different densities, 10 μl of PNIPAM microgel dispersion (2 × 10-2, 2
× 10-3 or 2 × 10-4 wt% of PNIPAM particles in deionized water) was dropped on a
horizontal cleaned substrate and air-dried at room temperature.

The coated substrates were observed with a differential interference contrast (DIC)
microscope (BX51, Olympus) equipped with a digital camera. The images were analyzed
with ImageJ software to calculate the average dimension of the micropatterns. Statistically
significant results between results were determined using ANOVA using Kruskal-Wallis
approximation with a significant level of p<0.05. For higher magnifications, the samples
were sputter-coated with gold and then observed with a focused ion beam scanning electron
microscope (FIB-SEM, Zeiss Auriga). The surface topography of substrates dip coated with
PNIPAM microgels was analyzed by an atomic force microscope (AFM) equipped with a
heating unit (MFP-3D, Asylum). AFM imaging and analysis were performed and processed
using the MFP-3D software in IgorPro (WaveMetrics Inc., Lake Oswego, OR). Gold-coated
silicon nitride cantilevers (TR400PB, Olympus) with a force constant = 0.09 N/m and
resonance frequency = 32 kHz were used to image the samples in air under ambient
conditions, or in the cell culture medium heated to 37 °C. Samples were adhered to the
Asylum Closed Fluid Cell or Bioheater with vacuum grease for imaging. A 10 μm × 10 μm
area was scanned for each image at a scan rate of 0.5 Hz.
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Cell seeding and adhesion on patterned substrates
NIH3T3 fibroblasts were obtained from ATCC and maintained in high glucose Dulbecco's
modified Eagle's medium (HG-DMEM, Hyclone) supplemented with 10% FBS and 1%
antibiotic-antimycotic solution (culture media) at 37 °C in humidified atmosphere
containing 5% CO2. For cell seeding, NIH3T3 fibroblasts were trypsinized, collected via
centrifugation (1500 rpm, 5 min, 25 °C), resuspended in 5 ml of culture media, and counted
with a hemocytometer. Patterned substrates with PNIPAM microgels or PS microspheres
(control) were seeded with fibroblasts at 12,000 cells/cm2 in 12-well plates. Substrates were
incubated at 37 °C in humidified atmosphere of 5% CO2. After 24 hr, 48 hr, and 72 hr
incubations (depending on the study), cell adhesion and behavior was observed with an
inverted optical microscope (Nikon Eclipse Ti 2000) using 10×Nikon Plan Fluor objective
(0.30 NA). For cell detachment studies, PNIPAM-coated substrates in 12-well plates were
washed with culture media at 25 °C, and cell behavior was observed using an inverted
optical microscope. Images were analyzed using NIS-Elements AR and ImageJ software.

Fluorescent staining of aligned cells on PNIPAM-coated substrate
The actin cytoskeleton, cell nuclei, and focal adhesion of fibroblasts seeded on patterned
PNIPAM substrates were fluorescently stained using the Actin Cytoskeleton and Focal
Adhesion Staining kit (Millipore). Adherent NIH3T3 fibroblasts on PNIPAM-coated
substrates were rinsed with DPBS (1×) and fixed with 4% paraformaldehyde in DPBS
(Gibco/Life Technologies) for 15 min at 25 °C. After rinsing with wash buffer (DPBS
containing 0.05% Tween-20), cells were permeabilized with 0.1% Triton X-100 in DPBS
for 5 min. Cells were then blocked with 1% BSA in DPBS for 30 min at room temperature.
After which cells were incubated for 1 hr with Anti-Vinculin (primary) antibody (purified
clone 7F9 diluted in blocking solution at room temperature (0.01 mg/mL in BSA-DPBS).
Cells were washed thrice with wash buffer and incubated with secondary antibody, i.e.,
FITC-conjugated secondary antibody at 0.02 mg/mL in wash buffer) for 60 min along with
TRITC-conjugated Phalloidin (0.006 mg/mL). Through this staining protocol, fibroblasts F-
actin were detected using TRITC-conjugated phalloidin and focal contacts were revealed
using anti-Vinculin monoclonal antibody followed by incubation with FITC-conjugated
secondary antibody. For nuclei staining, cells were treated with DAPI (4′,6-diamidino-2-
phenylindole) at 0.001 mg/mL for 5 min at room temperature, followed by extensive
washing with wash buffer. Finally, fluorescent images of stained cells were obtained by an
inverted fluorescent microscope using 20× Nikon Plan S Fluor objective (0.45 NA) (for high
magnification imaging) and image was processed with NIS Elements AR software.
Monochrome images of TRITC-conjugated Phalloidin, Anti-Vinculin and DAPI were
overlaid and displayed in pseudocolor for all fixed cell samples.

Simultaneous cell-PNIPAM microgel imaging using SEM
Cells adherent on PNIPAM microgel patterned substrates 24 hour after cell seeding were
fixed with 4% paraformaldehyde in DPBS. After fixing, cell substrates were sputter-coated
with gold (Denton Vacuum Desk II) and imaged using Zeiss Auriga CrossBeam SEM-FIB
instrument. Imaging was performed and processed using the SmartSEM software (Zeiss).

Water contact angle measurements
Static water contact angle was measured using captive bubble method16 with a VCA Optima
XE system (AST Products, Inc., MA). Samples were immersed in deionized water in a glass
chamber, and the contact angle was measured after placing an air bubble onto the sample
surfaces. Measurements were conducted at ambient temperature (25 °C) or 37 °C.
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Results and Discussion
Synthesis and temperature-responsiveness of PNIPAM microgels

The temperature-dependent size of PNIPAM microgels was analyzed using Dynamic Light
Scattering (DLS) (See Supporting Information, Figure S1). The polydispersity of formed
particles was consistently ~0.005 at 25 °C, indicating the narrow particle size distributions
achieved using this method. The particles displayed temperature dependent size, with an
average diameter of ~450 nm at 25 °C decreasing to ~200 nm at 40 °C as water is expelled
from the particles. The VPTT of PNIPAM microgels was 31.3 °C, as determined by the
inflection point of the Boltzmann sigmoid curve fit of the data (see Supporting Information,
Figure S1). The VPTT is similar to the VPTT of PNIPAM hydrogels (31-32 °C) reported by
Schild et al.23

Micropatterning of PNIPAM microgels on PS substrates
Dip coating is a well-established method for depositing particles onto substrates.37, 38, 41

Particles deposit through convective currents that form by evaporation from a rising
meniscus.41 The convective currents carry particles into the region of the meniscus, and as
the meniscus moves down the substrate, either by a falling liquid level or by lifting the
substrate, a coating of particles is deposited onto the surface of the substrate. For dip coating
to be effective, the meniscus must have a small contact angle with the substrate. As a result,
aqueous particle suspensions have not been previously reported to coat effectively onto
hydrophobic substrates, such as unmodified polystyrene. As a proof of concept, PS
microspheres were dip coated on glass and PS substrates using the methodology described in
Scheme 1. PS microspheres were successfully deposited on hydrophilic glass substrates but
not on hydrophobic PS substrates (see Supporting Information, Figure S2). This is likely due
to the high contact angle of PS (> 84°),42, 43 which results in little or no rising meniscus at
the contact line when the PS substrate is dipped into aqueous solutions. A nearly flat
meniscus prevents convective current formation that concentrates particles at the contact
line. Surprisingly, PNIPAM microparticles were effectively deposited on both hydrophilic
glass and hydrophobic PS using the same method (See Supporting Information Figure S2).

PNIPAM microgel dispersions were heated to 40 °C before dip coating, therefore microgels
were in their collapsed state (diameter = 200 nm). Substrates were attached to a
programmable pump then immersed in dispersions and vertically withdrawn at defined
speeds. Substrates withdrawn at slower rates resulted in more particle deposition on
substrates due to longer residence times, allowing for convection of particles to the interface
(Scheme 1B). Alternatively, substrates withdrawn at higher speeds resulted in thinner
meniscuses, resulting in lower densities of particle deposition on substrates (Scheme
1C).37, 38 To create surface micropatterns, substrates were withdrawn from particle
dispersions at two alternating speeds, 90 μm/min and 50.9 mm/min. Upon vertical substrate
withdrawal at these two alternating speeds, PNIPAM microgels assembled as striped
patterns on substrates (Figure 1). The areas coated at slow withdrawal speeds, exhibiting
dense particle concentrations, are referred to as “stripes” and the areas coated at fast
substrate vertical withdrawal speeds with sparse particle deposition are termed “spacings”.
By controlling the withdrawal distances, three sets of stripe/spacing micropatterns were
achieved: 50 μm stripe/50 μm spacing (Figure 1A, 1D), 50 μm stripe/100 μm spacing
(Figure 1B, 1E) and 100 μm stripe/100 μm spacing (Figure 1C, 1F).

PNIPAM microgel deposition on PS substrates is shown in Figure 1. While PNIPAM
microgels deposit on hydrophobic PS substrates via dip coating, hydrophobic PS
microspheres do not (See Supporting Information Figure S2). This may be due to
differences in stiffnesses of PNIPAM microgels and PS microparticles. Upon adsorption
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onto the PS surface, PNIPAM microgels deform substantially.44 Particle flattening results in
greater contact areas between particles and the surface.44 Therefore, the increased contact
area between PNIPAM microgels and PS substrate as well as the flexibility of PNIPAM
chains within the microgel leads to increased PNIPAM microgel-substrate interactions due
to Van der Waals and hydrophobic interactions.45 Unlike the PNIPAM microgels, PS
particles are non-deformable, composed of polymer chains with restricted mobility due to
the highly crosslinked, glassy characteristic of the polymer, leading to far less Van der
Waals and hydrophobic bonding. Our observed results are supported by the recent work by
Sorrell et al. where deformability of microgels was found to affect microgel-based thin film
composition.46 In fact, the deformability of PNIPAM microgels enables these particles to be
deposited onto a wide range of substrates that would otherwise be impossible to coat with
rigid particles such as PS or silica. The PS substrate was chosen for the remainder of studies
as it is commonly used in cell culture experiments.

To further examine the stripes/spacing patterns of PNIPAM microgels, optical microscope
images (Figure 1) were analyzed using ImageJ software. Line profiles (perpendicular to the
stripes) were used to define stripes as regions where the image had low average gray values
(darker), and spacings as regions where images had high average gray values (brighter).
Edges were selected manually as the points where the gray value changed inflects and
changes at least 25 units within line profiles (See Supporting Information Figure S3). The
size distribution of the stripes and spacings for different micropatterned substrates, i.e, 50
μm stripes/50 μm spacings, 50 μm stripes/100 μm spacings, and 100 μm stripes/100 μm
spacings are shown in Figure 2. For the patterns with 50 μm stripes/100 μm spacings and
100 μm stripes/100 μm spacings, the stripe/spacing width distribution was found to be
consistent with expected values as set in the withdrawal speed profiles (Figure 2A). This
was not true for 50 μm stripes/50 μm spacings micropatterns of PNIPAM microgels, where
the observed average stripe width (average stripes = 65 ± 9 μm) was larger than 50 μm,
while the observed spacing was lower than 50 μm (average spacing = 45.4 ± 8.2 μm). These
inconsistent results could be due to insufficient disruption of meniscuses at the 50 μm
spacings (between stripes). The width of the spacings may not be sufficient to precisely
break the meniscus when the withdrawal speed changes. As a result, PNIPAM microgel
deposition within stripes does not terminate immediately when the substrate withdrawal
speed increases to form the spacing.

Within the patterns, fluctuations of gray values within the stripes were observed, indicating
the existence of smaller stripes within the striped-patterned areas (Figure 1D-F). Images
from Figure 1A-C were examined for these fluctuations both within the 50 μm and 100 μm
stripes. The widths of these small stripes and the distances in between these stripes were 3-4
μm (Figure 2B) as analyzed by ImageJ (see Supporting Information, Figure S3). As
substrates are withdrawn vertically at constant rates within the stripe regions, smaller stripes
are formed spontaneously. This phenomenon is not uncommon when using dip coating
methodologies for patterning microspheres such as silica or polystyrene on wettable
surfaces. The mechanism for the stripes formation is the gravity-driven “stick-slip” motion
of the contact line,37, 38 similar to the well known “coffee ring” phenomenon observed when
a suspension is dried on a horizontal substrate.47, 48

Stability of PNIPAM microgel patterns upon temperature cycling
The stability of PNIPAM microgel patterns deposited on PS substrates was examined after
thermal cycling. The PNIPAM-coated substrates with 50 μm stripes/50 μm spacings were
immersed in cell culture media. Images (Figure 3) show that PNIPAM micropatterns
remained unperturbed even after 3 days at 37 °C. In addition, the patterns were exposed to
three temperature cycles (cooled to 25 °C for 1 hr every 24 hr) with no alteration in patterns.
This observation confirms that PNIPAM microgels deposited on PS by the simple dip
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coating method were robust and did not release in tissue culture media even upon cycling
the temperature above and below the VPTT of PNIPAM microgels.

Topographical examination of PNIPAM micropatterns
PNIPAM micropatterned substrates were further examined using SEM and AFM to
determine if PNIPAM patterns exist as monolayers or as multilayers, and also if there are
topographical differences between stripe and spacing regions. SEM images (Figure 4A)
showed densely packed particles in stripes and sparsely deposited particles in spacings. The
thickness of PNIPAM micropatterns was further investigated by AFM (Figure 4B, C). AFM
images revealed that particles deposited as a single layer all through the substrate, and the
height of particles in both dense (stripes) regions and sparse (spacings) regions were very
similar (Figure 4B, C). The height of particles on dry substrates at room temperature was
~80 nm as revealed by AFM, and the height increased to 120 nm when substrates were
tested after incubation in culture medium at 37 °C due to swelling of the PNIPAM microgels
(see Supporting Information, Figure S4 and Figure S5).

Cell seeding on patterned substrates
NIH3T3 fibroblast cell adhesion and alignment were examined on PNIPAM micropatterns.
Fibroblasts have been previously cultured on micropatterned surfaces grafted with PNIPAM
to obtain harvestable cell sheets or tissue constructs.14, 49, 50 Fibroblasts adhered to the
PNIPAM-coated substrates generating cell patterns replicative of the stripes/spacings
(Figure 5A-C) as observed in brightfield images. The thinnest cell stripes were formed on
the substrate with 50 μm stripes/50 μm spacings micropatterns (Figure 5A), and most of the
elongated fibroblasts aligned along the direction of the PNIPAM micropatterns. However,
cell alignment was lost when the dimensions of PNIPAM micropatterns were increased to
100 μm stripes/100 μm spacings micropatterns or 50 μm stripes/100 μm spacings
micropatterns (Figure 5B-C). A closer examination of this behavior using fluorescent
staining of F-actin (Phalloidin, red), nuclei (DAPI, blue), and focal contacts (Vinculin,
green) illustrated that the adhered fibroblasts were randomly aligned on 100 μm stripes/100
μm spacings micropatterns (Figure 5D) as well as 50 μm stripes/100 μm spacings
micropatterns. This might be the result of reduced spatial constraints presented by wider
stripe/spacing micropatterns so the fibroblasts can attach and spread freely within the striped
micropatterns.

Cellular morphologies on the three different PNIPAM patterned substrates (50 μm stripes/50
μm spacings (Figure 5A), 50 μm stripes/100 μm spacings (Figure 5B), and 100 μm stripes/
100 μm spacing (Figure 5C)) were further characterized 24 hours after seeding. As plotted in
Figure 5E, widths of cell stripes and spacings for different micropatterned substrates
exhibited broad distributions. Also, the widths of PNIPAM microgel patterns and resulting
cell stripes and cell spacings did not completely replicate each other. For example, the
micropatterns employing 50 μm stripes/50 μm spacing, the stripes were 65.0 ± 9.0 μm in
width (Figure 2A) but cell stripes on these substrates had an average width of 35.3 ± 13.8
μm (Figure 5E). Similarly, average PNIPAM spacings for 50 μm stripes/50 μm spacing
samples were 45.5 ± 8.2 μm (Figure 2A), but the cell spacing corresponded to 83.4 ± 21.3
μm. To more closely examine these inconsistencies, fibroblast preference for stripes or
spacings on PNIPAM microgels were further investigated. PNIPAM micropatterns with
different stripe/spacing ratios were created on single PS substrates. The width of PNIPAM
stripes was increased from 100 μm to 350 μm while keeping the spacing constant at 50 μm
(Figure 6A-B). Upon cell seeding, it was observed that the entire PS substrates were
uniformly patterned with cell stripes of 50 μm widths. These 50 μm wide stripes were
separated by increasing distances of 100 μm to 350 μm (Figure 6C-D). Thus, cells
preferentially adhered onto the spacings between PNIPAM stripes rather than on the stripes.
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A few cells were observed on PNIPAM stripes but these cells exhibited rounded
morphologies, indicative of poor attachment onto the stripes. To further confirm that the
spacings of the stripes/spacings pattern were the preferred cell adhesive substrate, PNIPAM
micropatterned substrates were imaged 24 hours after seeding via high-resolution SEM.
SEM can scan and image much smaller areas as compared to typical microscopy, but it
generates high-resolution images detailing both cell structure as well as PNIPAM microgels
in a single frame. Using SEM it was observed that fibroblasts did adhere to spacings, as cells
were clearly observed to be surrounded by densely packed PNIPAM microgels (Figure 6E-
F).

Our observations highlight that, in addition to chemical cues, a variety of material properties
play roles in controlling cell-material interactions. In the current study, cells are able to
sense differences between densely packed and sparsely distributed PNIPAM microgels
patterned onto PS surfaces, and prefer to adhere to the substrate with sparsely deposited
PNIPAM particles. This preferential cell adhesion on spacings could be due to the following
reasons: differences in (a) topography, (b) hydrophobicity, or (c) PNIPAM density. Our data
verifies that the stripes and spacings are compositionally similar, i.e. both regions are
covered with monolayers of PNIPAM microgels (as seen by AFM images of patterned
substrates) (Figure 4B,C) but at different densities. Height differences between ridges and
grooves of the microgroove patterns, which have been shown previously to affect cell
adhesion and patterning,14 are not significantly different between the two PNIPAM microgel
regions. In order to investigate if a difference in hydrophobicity is responsible for the
observed differences in cell adhesion, PNIPAM microgel-coated PS substrates were further
characterized using contact angle measurements (Table 1). Importantly, the dimension of
patterned PNIPAM microgels is in the sub-micrometer range, while the measured contact
angles are representative of macroscopic surface characteristics of the patterned substrates.
Also, PNIPAM is hydrophilic compared to the PS substrates even at physiological
temperatures (37 °C, T > VPTT). Substrates coated with PNIPAM microgels exhibited
lower contact angles compared to the PS substrates although substrates coated with sparsely
deposited PNIPAM particles (representative of “spacing” in PNIPAM micropatterned
region) had a greater contact angle (60.3°) than the densely patterned PNIPAM areas
(representative of “stripes” on PNIPAM micropatterned substrate, 39.6°). The relative
similarities of contact angles between the stripes and spacings is not surprising because
surface contact angle is not sensitive to micron-sized differences in the patterns due to the
macroscopic nature of the analytical technique. For PNIPAM-coated substrates, contact
angle did not change significantly as the temperature was cycled between 25 °C and 37 °C.
Again, due to the macroscopic nature of contact angle measurements, small (micron-scaled)
variations in hydrophilicity due to temperature-induced dehydration of deposited PNIPAM
microgels are not quantifiable. In addition, it has been reported previously that cell
detachment from PNIPAM surfaces occurs irrespective of changes in contact angle, similar
to our observations.20

To further investigate if PNIPAM density is controlling cell adhesion of NIH3T3 fibroblasts
to spacings (i.e., sparse PNIPAM microgel distributions) rather than stripes (dense PNIPAM
microgel distributions), different PNIPAM microgel suspensions were deposited (using
substrate withdrawal rates of 50.9 mm/min or 90 μm/min) on PS substrates. Fibroblasts were
then seeded on the PNIPAM-modified substrates. PNIPAM density was observed to
substantially effect cell adhesion. On hydrophilic PS substrates coated with high densities of
PNIPAM microgels (obtained via slow substrate withdrawal rates (50.9 mm/min) from
PNIPAM microgel suspensions) (contact angle, 39.6°), very few cells attached (Table 1) but
as the PNIPAM microgel concentrations were reduced further (obtained via substrate
withdrawal rates of 90 μm/min), generating hydrophobic substrates (contact angle, 60.3°),
greater fibroblast adhesion and spreading was observed. These results are similar to those
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reported by Xue et al. where the differences in reversible cellular adhesion were studied on
substrates with different PNIPAM grafting densities.51 The same group also showed that
differences in cell adhesion correlated directly with fibronectin adsorption onto grafted
PNIPAM substrates.51

Surface hydrophobicity has been shown to control adsorption of a variety of proteins, which
allow for cell adhesion through integrin-receptor binding.52 The cell-material interactions
observed on dip coated micropatterned PNIPAM substrates here may be the result of
differential protein adsorption of the stripes and spacings. Differences in PNIPAM densities
on PS substrates affect surface hydrophobicity as measured by contact angle measurements
(Table 1). The spacings in dip coated micropatterned substrates are relatively hydrophobic
(contact angle = 60.3°, Table 1), which has been shown to positively affect cell adhesive
protein adsorption available from the cell culture media.53, 54 In contrast, the “stripes” in dip
coated micropatterned substrates are more hydrophilic (contact angle = 39.6°), resulting in
less cell adhesive protein adsorption during cell seeding due to the presence of inhibitory
water monolayers.55, 56 Therefore, surface hydrophobicity via PNIPAM density is likely to
be responsible for generating cell micropatterns on dip coated PNIPAM microgel substrates,
where preferential cell adhesion is observed only on spacings immediately after seeding.

Cell proliferation and temperature-responsive detachment
Fibroblasts adhered to dip coated PS substrates and form cell patterns for culture periods up
to 24 hours, likely due to preferential protein adsorption. However, at time points longer
than 24 hours, patterns were gradually lost (Figure 7A-C). Specifically, when seeded on
micropatterned substrate composed of 100 μm stripes/100 μm spacings and imaged
longitudinally at 24 hr, 48 hr, and 72 hr, fibroblast density increased over time and gaps that
existed between cell stripes at 24 hours decreased as cells proliferated to cover the entire
substrate. After 72 hr, cells formed confluent sheets on PNIPAM-coated substrates. Thus,
while the fibroblasts adhered onto the spacings (with sparsely deposited PNIPAM
microgels) initially, after extended culture times, cells were capable of adhering onto
PNIPAM stripes (with densely packed PNIPAM microgels). The mechanism for altered cell
adhesion over time is unclear. It is possible that attached fibroblasts secrete cell adhesive
proteins in addition to the cohort available in cell culture media. These proteins may include
vitronectin, laminin, collagen, and fibronectin,57 which have different binding affinities to
the stripes and spacings and also may be secreted in different concentrations with temporal
variations. The cell-produced proteins may, therefore, adsorb differentially to the
micropatterned substrate areas, making the entire surface, not just the spacings, more
amenable to cell adhesion, resulting in evolution of confluent cell sheets.

To examine temperature-responsive detachment of the developed cell sheets, we washed
patterned cell substrates with tissue culture medium at 25 °C. Patterned fibroblasts stripes
started to detach within 3 minutes (Figure 7D) and all cells detached 5 minutes after
lowering the temperature. Confluent cell layers established by 72 hours of cell seeding
behaved similarly when washed with tissue culture medium at 25 °C, i.e., fibroblasts started
to detach from the substrate as soon as the temperature was lowered (within 3 min) (Figure
7D). Complete detachment of cells implies that the fibroblasts could detach from both the
spacings and stripes. Thus, both sparsely deposited as well as densely packed PNIPAM
microgels imparted thermal responsiveness to the coated substrates that, in turn, facilitated
complete cell sheet detachment. Cell detachment from dip coated PNIPAM substrates was
found to be faster than most techniques used to form cell sheets via the
thermoresponsiveness of PNIPAM, i.e. spin coating (12 min), UV crosslinking (30 min),
sol-gel processes (2 hours), and electron beam polymerization (1 hour).58 This faster
temperature response compared to spin-coated or air-dried PNIPAM polymers is likely due
to the PNIPAM microgels providing much more rapid response to temperature fluctuations
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due to high surface area-to-volume ratios.24 We also investigated whether cells detached
with patterned PNIPAM microgels upon temperature cycling. PNIPAM microgel patterned
substrates seeded with fibroblasts (after 48 hours) were washed with tissue cultre medium at
25 °C. It should be noted that we confirmed via imaging that temperature cylcing between
25 °C and 37 °C does not detch PNIPM microgels from dip coated PNIPAM substrate
(Figure 3). However, we also analyzed patterns after cell detachment using an optical
microscope (Figure 7E) and a scanning electron microscope (Figure 7F). The PNIPAM
microgels were retained on the surface even after temperature-responsive cell detachment.

To further support that PNIPAM microgels were responsible for cell detachment,
unmodified substrates (PS substrates alone) and substrates coated with PNIPAM microgels
at constant 90 μm/min and 50.9 mm/min withdrawal speeds, respectively, were also tested.
Figure 8 shows that 24 hr after seeding, fibroblasts adhered to unmodified PS substrates
sparsely, but did not cover the entire surface. However, on PNIPAM-coated substrates, cell
density was significantly higher (Figure 8E, F). Note that on substrates coated at 90 μm/min
withdrawal speeds, fibroblasts adhered onto spontaneously formed PNIPAM micropatterns.
After lowering the temperature, cells attached to unmodified PS substrates remained
adherent, but cells seeded onto PNIPAM substrates detached readily, due to the thermal
responsiveness of the underlying PNIPAM patterns. Only a few non-adherent cells with
rounded morphologies were observed on the PNIPAM-coated substrates after one
temperature cycling. Thus, using this system, the thermal responsiveness of PNIPAM
microgels was harnessed to form cell sheets in an enzyme-free manner.

Conclusions
PNIPAM micropatterns were created on PS substrates using a simple and low cost approach.
Through a rate-controlled dip coating process, PNIPAM microgels self-assembled into
regularly spaced stripes with variable, yet controllable, widths and spacings. When
fibroblasts were seeded on patterned substrates, cells preferentially adhered within spacings
consisting of sparsely distributed PNIPAM microgels but not on densely packed PNIPAM
stripes. Over three days, fibroblasts proliferated and eventually became confluent and
detached as a single cell sheet upon temperature reduction, due to the thermoresponsiveness
of PNIPAM, while the deposited PNIPAM micropatterns remained intact. The current work
presents a controllable, template-free, low-cost micropatterning technique to pattern soft
microparticles on both hydrophobic and hydrophilic substrates. PNIPAM micropatterns may
prove useful for a multitude of applications. For example, surface-modified PNIPAM
microgels (using chemical moieties such as acids, amines, or even full proteins) can also be
micropatterned using this simple technique. These functional micropatterned PNIPAM
substrates could be utilized for fundamental cell-material interaction studies where cell
behaviors can be controlled spatially as well as temporally via the underlying PNIPAM
microgels.45

Supplementary Material
Refer to Web version on PubMed Central for supplementary material.
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Figure 1.
Light microscope images of PS substrates micropatterned with PNIPAM microgels via dip
coating method at various resolutions. Substrates were coated via alternating speeds to
create the micropatterns of 50 μm stripes/50 μm spacings at (A, D), 50 μm stripes/100 μm
spacings (B, E) and 100 μm stripes/100 μm spacings (C, F). Samples were imaged under the
magnification of 200X (A-C) and 1000X (D-F).
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Figure 2.
Histograms of (A) patterned PNIPAM microgels within 50 μm stripes/50 μm spacings, 50
μm stripes/100 μm spacings, and 100 μm stripes/100 μm spacings patterned samples and (B)
stripe-width and spacings of spontaneously-formed patterns within stripe regions on
substrates with 50 μm stripes/50 μm spacings, 50 μm stripes/100 μm spacings, and 100 μm
stripes/100 μm spacings. * p<0.05 vs hypothetical value 50.0 calculated using one-sample t-
test and ** p<0.05 vs hypothetical value 100.0 calculated using one-sample t-test. n=19,
error bars represent standard deviation.
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Figure 3.
DIC microscope images of PS substrates coated with PNIPAM micropatterns of 50 μm
stripes/50 μm spacings immersed in culture medium at 37 °C for 3 days (A, C) or after 3
temperature cycles of 23 hr at 37 °C/1 hr at 25 °C (B, D).
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Figure 4.
Images of substrates coated with PNIPAM of 50 μm stripes/50 μm spacings by (A) SEM,
(B) AFM in air, and (C) AFM in cell culture media at 37 °C.
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Figure 5.
Representative optical micrographs of NIH3T3 fibroblasts patterns on micropatterned PS
substrates with (A) 50 μm stripes/50 μm spacings, (B) 50 μm stripes/100 μm spacings, and
(C) 100 μm stripes/100 μm spacings at 24 hr after seeding. The data presented herein is
compiled from at least five different images captured on three independent days of
experimentation. (D) Representative fluorescent images of adherent NIH3T3 fibroblasts on
substrates with PNIPAM micropatterns of 100 μm stripes/100 μm spacings. Dashed lines
indicate cell pattern. Actin and nuclei were stained with AlexaFluor568-phalloidin (red) and
DAPI (blue), respectively. Cellular focal adhesions were stained with anti-vinculin
fluorescein (green). (E) Histogram of cells adhered on patterned PNIPAM substrates with
stripe widths and spacings of 50 μm stripes/50 μm spacings, 50 μm stripes/100 μm spacings,
and 100 μm stripes/100 μm spacings. * p<0.05 versus hypothetical value 50.0 calculated
using one-sample t-test and ** p<0.05 versus hypothetical value 100.0 calculated using one-
sample t-test. n=13, error bars represent standard deviation.
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Figure 6.
DIC microscope images of PNIPAM micropatterns on PS substrates (A-B) and the optical
microscope images of NIH3T3 fibroblasts adhered on substrates after cell seeding (C-D)
with PNIPAM micropatterns of 50 μm spacings with 100μm (A, C) or 200 μm stripes (B,
D). (E-F) SEM images of fixed NIH3T3 cells on PNIPAM micropatterned substrates
with100 μm stripes/100 μm spacings.
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Figure 7.
Representative optical images of adherent NIH3T3 fibroblasts on PS substrates coated with
PNIPAM micropatterns of 100 μm stripes/100 μm spacings at 37 °C for 24 hr (A), 48 hr (B)
and 72 hr (C), and detached fibroblasts upon lowering the temperature to 25 °C (D, E). On
the substrate after cell detachment (F), the PNIPAM particles were observed under DIC
microscope (G) and SEM (H).
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Figure 8.
DIC microscopy images of the substrates (A-C) and representative optical microscope
images of NIH3T3 fibroblast cells cultured on the substrates at 37 °C for 24 hr (D-F) and
after lowering the temperature to 25 °C (G-I). Plain PS substrate (A, D, G) and substrates
coated with PNIPAM microgels at constant speed of 90 μm/min (B, E, H) and 50.9 mm/min
(C, F, I) were compared.
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Scheme 1.
(A) The setup for the dip coating process employed for patterning PNIPAM microgels on
substrates. The substrate was vertically immersed in a particle dispersion heated to 40 °C,
and then withdrawn by a programmable syringe pump. (B) Particles deposited with slow
withdrawal speeds (50.9 mm/min), and (C) Particles deposited with fast withdrawal speeds
(90 μm/min). The sketches in (B) and (C) were adapted from the work of Dimitrov and
Nagayama, and Watanabe et al.38, 41
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Table 1

Physical characteristics of different polystyrene substrates with or without PNIPAM microgels and the
corresponding cell attachment.

substrate contact angle measurement(degree)c,f cell adhesion(cells/cm2)d,f cell detachment e

25 °C 37 °C

plain PS 77.6 ± 1.9 69.6 ± 1.1 (5.1 ± 4.3) × 10 3 No

densely-packed PNIPAM microgels on PS a 39.6 ± 3.7 41.6 ± 3.9! (6.6 ± 4.5) × 10 3 Yes

sparsely-distributed PNIPAM microgels on PS
b

60.3 ± 2.8 61.6 ± 1.4 (20.7 ± 11.4) × 10 3* Yes

50 μm stripes/50 μm spacings 45.5 ± 3.9 42.8± 4.0 (29.2 ± 8.0) × 10 3* Yes

50 μm stripes/100 μm spacings 38.8 ± 2.7 41.7 ± 3.0 (12.9 ± 5.0) × 10 3* Yes

100 μm stripes/100 μm spacings 43.7 ±1.1 39.7 ± 1.6 (15.4 ± 3.2) ×10 3* Yes!!

a
PS substrate dip coated with PNIPAM microgels at the withdrawal rate of 90 μm/min.

b
PS substrate dip coated with PNIPAM microgels at the withdwaral rate of 50.9 mm/min.

c
Static water contact angle using the captive bubble method. Measurements were conducted at ambient temperature (24.5 °C) or 37 °C by heating

the chamber with a heating strip.

d
Cells were seeded on samples at 12000 cells/cm2 and incubated at 37 °C for 24 hours. These substrates were imaged using DIC and cell adhesion

per unit area was calculated from at least 10 different optical micrographs using 3 different substrates per condition.

e
Cell detachment was performed by washing the substrate with tissue culture media at 25 °C.

f
Data represents mean ± st dev.

*
p<0.05 vs plain PS.
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