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ABSTRACT: The ability to precisely pattern cells and proteins is crucial in various scientific disciplines, including cell biology,
bioengineering, and materials chemistry. Current techniques, such as microcontact stamping, 3D bioprinting, and direct
photopatterning, have limitations in terms of cost, versatility, and throughput. In this Article, we present an accessible approach that
combines the throughput of photomask systems with the versatility of programmable light patterning using a low-cost consumer
LCD resin printer. The method involves utilizing a bioinert hydrogel, poly(ethylene glycol) diacrylate (PEGDA), and a 405 nm
sensitive photoinitiator (LAP) that are selectively cross-linked to form a hydrogel upon light exposure, creating specific regions that
are protein and cell-repellent. Our result highlights that a low-cost LCD resin printer can project virtual photomasks onto the
hydrogel, allowing for reasonable resolution and large-area printing at a fraction of the cost of traditional systems. The study
demonstrates the calibration of exposure times for optimal resolution and accuracy and shape corrections to overcome the inherent
challenges of wide-field resin printing. The potential of this approach is validated through widely studied 2D and 3D stem cell
applications, showcasing its biocompatibility and ability to replicate complex tissue engineering patterns. We also validate the
method with a cell-adhesive polymer (gelatin methacrylate; GelMA). The combination of low cost, high throughput, and
accessibility makes this method broadly applicable across fields for enabling rapid and precise fabrication of cells and tissues in
standard laboratory culture vessels.

1. INTRODUCTION
The ability to create precise patterns of cells and proteins
based on flat culture surfaces is now a mainstay technique
across cell biology,1,2 bioengineering and biotechnology,3 and
materials chemistry.4,5 These patterns are valuable both for
allowing unique geometries to be created, such as for tissue
engineering,6 and for massively increasing throughput for
parameter sweeps and statistical power.7 The most common
patterning approach today remains microcontact stamping,
essentially using a microscale rubber stamp pattern to transfer
a reagent to a substrate over macroscopic areas.8 While
standard, microcontact stamping typically requires a full-stack
cleanroom process to produce the master mold from which the
stamps are cast, meaning patterns cannot be changed without
another cleanroom process, and each stamp typically has a
finite lifetime and limited yield. The time-, expertise-, and
equipment-intensive processes can be a barrier to entry. More
recently, direct photopatterning techniques have become more

common for selective positioning of biomolecules such as cells
and protein.9 The process takes advantage of photoreactive
chemistries to either create or uncage a passivated adhesive
layer10,11 using 254−405 nm light. Some of these processes
require physical photomasks, but the masks cannot be
changed, must often be made from quartz to transmit 254
nm UV light, and cannot be used to pattern substrates where
the photomask does not fit.12 Moreover, parallel processing
requires duplicate masks. Dynamic photomasking systems such
as digital mirror devices (DMDs) allow the projection of
focused, near-UV light into a small region of a Petri dish to
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polymerize an inert hydrogel (poly(ethylene glycol), PEG)
that prevents cells or proteins from attaching wherever it is
polymerized.13−15 While versatile, such biotechnology DMD
setups can run from ∼$3000 (DIY) to $20 000 (commercial),
and these systems can only print in relatively small areas (∼10
cm2), significantly reducing throughput and substrate choices.
The cost and limited throughput are both barriers to entry, and
there is value to developing a more versatile and user-friendly
platform where the goal is to have reasonable resolution, large-
area 2D patterning, and low cost.16

Our approach is not intended to compete with commercial
3D bioprinters but rather to combine the throughput of
photomask systems with the versatility of programmable light
patterning systems to create a low-cost approach that can be
used to create 2D micropatterns across a range of standard
laboratory substrates from 3.5 cm Petri dishes to full 96-well
high-throughput plates at a cost ∼10−30× lower than current
DIY or commercial systems (Figure 1) while providing
significant ease-of-use. Our method harnesses two recent
technological trends: (1) the rise of low-cost hobby 3D resin
printers and (2) the availability of high-resolution mono-
chrome liquid-crystal displays (LCDs) that can be placed in
front of a light-emitting-diode (LED) array to project patterns

of light. Monochrome LCDs allow efficient transmission of
405 nm light, which is needed for certain photochemistries, a
relatively precise voxel size (∼35 μm), and a massive working
area of more than ∼100 cm2 (large enough for all standard
laboratory plates). Here, we demonstrate how effectively a low-
cost consumer LCD printer (∼$350) can perform for common
biotechnology patterning assays based on polymerizing an
inert PEG resin wherever we want to prevent cell or protein
attachment. Specifically, we were able to achieve reliable cell
patterning with array features down to ∼300 μm simulta-
neously patterned over an area the size of a 96-well plate, even
with sensitive models such as 3D stem cell differentiation.

2. MATERIALS AND METHODS
2.1. Acrylate Functionalization of Glass-Bottomed

Dishes for Gel Adhesion. Functionalizing glass substrates
with acrylate groups will covalently attach polymerized
poly(ethylene glycol) diacrylate (PEGDA) gel layers and
prevent the gel from floating away during later use.17 Briefly,
for silanization, we prepared a silane solution by mixing 20 mL
of ethanol (459844, Sigma-Aldrich), 1 mL of 3-(trimethox-
ysilyl) propyl-methacrylate (440159, Sigma-Aldrich) and 0.5
mL of dilute acetic acid (1:10 v/v solution of acetic acid
(A6283, Sigma-Aldrich) in Milli-Q water). Respectively, 2 mL
and 100 μL of the silanizing solution was added to the wells of
a glass-bottomed 3.5 cm dish (D35-20-1.5-N, Cellvis) and 96-
well plate (P96-1.5H-N, Cellvis). The vessels were covered,
parafilmed, and incubated for 12−24 h at room temperature in
a chemical hood. The dishes were then washed with an excess
of ethanol and incubated for 5 h at 60 °C. This is the longest
step in the whole process, but many dishes can be
functionalized at one time. The total hands-on time for
silanization is approximately 15 min (most of it is incubation).
After the incubation step, the dishes could be used directly or
stored at 4 °C in the dark up to 8 weeks for further use.

2.2. Preparation of the PEGDA Micropatterns. We
used a Phrozen Mini 4K resin printer (Phrozen) to make all
photopatterns. PEGDA500 photoink was purchased from
Cellink and used as received. The CAD designs for the
micropatterns were made using Fusion360 software, the files
were saved in .stl format, and the virtual photomasks were
generated by extruding the design where the light needed to be
exposed. The .stl file was sliced using Chitubox (slicing
software). In Chitubox, we set the bottom layer thickness as
“1” and exposure time as 40, 70, or 100 s accordingly. For
micropatterning in 3.5 cm dishes, we added 300 μL of the
PEGDA500 photoink in the center of the methacrylated glass
bottom dish to make a flat layer. The z-axis plate of the resin
printer was removed, and the dish was kept in the center of the
printer. The patterns were made using different exposure times
such as 40, 70, and 100 s, washed using PBS until all the
unpolymerized resin was removed, and then stored in pure
PBS at 4 °C until use. This step can take more time with
multiwell plates, but multichannel pipettes can mitigate this.

2.3. LCD Screen Power Measurements. The power of
the LCD screen was measured with a power meter (PM200,
Thorlabs) that was set for a wavelength of 405 nm. Fifteen
sections of the screen were measured three times each and
averaged to determine the average intensity and uniformity.

2.4. Characterization of the PEGDA Micropatterns. To
measure the dimensions of the micropatterns, the hydrogels
were incubated with red fluorescent beads to allow the beads
to coat the gel surface. The fluorescent beads (F8810,

Figure 1. LCD resin printer strategy for protein and cell patterning.
(A) Schematic representation of protein and cell patterning using a
resin printer. A 405 nm light is projected from the monochrome LCD
screen of the resin printer with uploaded virtual photomasks. Photo-
cross-linked PEGDA500 renders the surface protein and cell repellent,
while unprojected areas are washed and exposed for extracellular
matrix protein and cell patterning. (B) Phase-contrast image of fully
patterned wells on a 3.5 cm glass-bottomed Petri dish (left).
Epifluorescence images of patterned Ecad:dsRed-expressing MDCK
cells and their nuclei (center, right). Scale bars: 2 mm (left, center)
and 100 μm (right). (C) Comparison of the projection area of the
LCD resin printer (red) and the average DMD (blue) to the size of a
96-well plate (left). (D) Epifluorescence images of patterned
Ecad:dsRed-expressing MDCK cells in a 3 × 3 array of wells in a
96-well plate (center) and a zoomed-in image of one well (right).
Scale bars: 1 mm.
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FluoSpheres) were mixed with PBS in a ratio of 1:50 (v/v).
The hydrogels were incubated with the fluorescent beads for
48−72 h at 4 °C. Epifluorescence and phase-contrast images of
the micropatterns were captured using a 4× phase contrast
objective on a Nikon Ti2 microscope. We measured
dimensions and features using ImageJ/FIJI software. Briefly,
fluorescence images were binarized and measured with line
profiles and automatic bounding boxes to determine key 2D
dimensions. 3D measurements were made from XZ resliced Z-
stacks of confocal images captured with a Nikon Ti2-NL5
confocal or a Leica SPE scanning confocal microscope.

2.5. Preparation of GelMA Micropatterns. We
purchased GelMA (PhotoGel-INK) from Cellink and used it
as indicated by the manufacturer. The photoink was heated at
37 °C in the water bath for 20 min. The methacrylated glass
bottom dish was kept at 37 °C inside an incubator to keep it
warm before printing. For GelMA micropatterning, we added
600 μL of photoink in the center of the dish. The patterns were
made using a 70 s exposure time. To remove the un-cross-
linked GelMA, micropatterns were washed multiple times with
warm PBS (37 °C). The dish was kept in an incubator at 37
°C, and the PBS was changed at least 3 times within 24 h to
remove all traces of un-cross-linked resin. The GelMA
micropatterns in PBS were stored at 4 °C until use.

2.6. Cell Maintenance. All cells were grown in an
incubator at 37 °C and 5% CO2 in humidified air. Large-
scale tissue patterning was performed with MDCK-II cells that
stably expressed Ecad:dsRed. The MDCK cell line was
cultured in low glucose Dulbecco’s Modified Eagle’s Medium
with phenol red (D5523-10L, Sigma) supplemented with 1 g/
L sodium bicarbonate (S5761-500G, Sigma), 10% (v/v) fetal
bovine serum (S11550, Atlanta Biologicals), and 1% (v/v)
streptomycin/penicillin (15140-122, Gibco). 2D and 3D stem
cell patterning experiments were performed with the mEGFP
E-cadherin-labeled WTC-11 hiPSC lines from the Allen
Institute. hiPSC lines were maintained in feeder-free
maintenance mTeSR1 basal medium supplemented with 5X
Supplement (85850, StemCell Technologies). Cells were
routinely passaged and cultured on the plastic tissue culture
plate coated with growth factor-reduced Matrigel (356231,
Corning). Coating was performed for 1 h at room temperature
or at 4 °C for long-term storage, up to 2 weeks.

2.7. Cell Seeding on Micropatterns. PEGDA-printed
dishes were first sterilized before cell attachment by exposure
to UV light in the tissue culture hood while the printed pattern
was submerged once with 70% ethanol in DI water and twice
in PBS with 1% streptomycin/penicillin. After sterilization,
dishes were washed three times with PBS and coated with
appropriate extracellular matrix proteins. For MDCK cell
patterning, dishes with printed PEGDA structures were coated
with 300 μL of collagen IV solution in PBS (C7521-5MG,
Sigma; 50 ug/mL) overnight at 4 °C and further washed three
times with DI water. MDCK cells were washed with PBS and
detached from the culture plate by incubating cells in TrypLE
(12604-013, Gibco) for 7 min at 37 °C. The cell solution was
diluted with culture media and centrifuged at 1500 rpm for 3
min. After the supernatant was aspirated, the cell pellet was
resuspended into the fresh media to acquire 2E6 cells/mL.
Similarly, GelMA patterns were seeded with MDCK cells.

The dishes with GelMA patterns were coated with 600 μL of
collagen IV solution (50 ug/mL) at 37 °C for 1 h to enhance
cellular adhesion. We acquire a cell concentration of 3E6 cells/
ml for cell seeding on GelMA patterns. Cells were cultured for

10 days until they formed the monolayer tissue, and the
medium was changed every other day.

For hiPSC patterning, dishes were coated with laminin-521
(200−0117, StemCell Technologies; 20 ug/mL) in PBS with
calcium and magnesium (PBS++) overnight at 4 °C and
further washed three times with PBS++. hiPSCs were detached
with warmed-up Accutase (A11105-01, Gibco) for 3 min at 37
°C. The cell solution was diluted in PBS and centrifuged at
1000 rpm for 3 min. Cell pellets were resuspended into the
mTeSR media with 10 μM ROCK inhibitor (Ri) (72308,
StemCell Technologies) to improve the cell viability in a single
cell suspension.

The cell solution (300 uL) was seeded only to the glass part
of the dish and placed in the incubator for 2 h at 37 °C. Then
the dish was washed three times with PBS to remove the
unattached cells and filled with 1700 μL of culture media to fill
up the dish. For the pluripotency test, seeded cells were
cultured in rock inhibitor (RI)-supplemented mTeSR media
for 24 h and fixed for the OCT 3/4 stain.

2.8. Stem Cell Differentiation. For differentiation assays,
hiPSC colonies were initially cultured in mTeSR with RI for 2
h after seeding. Then, RI was removed by replacing the media
with warmed-up mTeSR. Three hours later, differentiation was
performed by adding 50 ng/mL of recombinant human BMP-4
protein (314-BP, Biotechne) in mTeSR and culturing the
sample for 42 h in the incubator. Tissue was then fixed for
immunostaining and imaging.

2.9. 3D Lumen Formation. After seeding 300 μL of 1.1E6
cells/mL hiPSC cell solution into the laminin-coated micro-
patterns, we allowed cells to form a complete monolayer by
culturing hiPSC colonies in mTeSR with Ri for 24 h in the
incubator. After checking the micropattern was filled
completely, we changed the media to ice-cold mTeSR with
4% Matrigel to allow the transition from 2D micropatterned
monolayers to a 3D lumenized structure. After 24 h of culture
in the incubator, the tissue was fixed for immunostaining and
imaging.

2.10. Immunostaining. Tissues were washed twice with
PBS and fixed with 4% (v/v) paraformaldehyde solution in
PBS (15710, Electron Microscopy Science) for 15 min at room
temperature. For fluorescently labeled cell lines, fixation and
staining were all performed in dark conditions. Tissues were
washed five times with PBS and permeabilized with 0.1%
Triton-X-100 in PBS (T8787-100 ML, Sigma) for 15 min at
room temperature. After being washed three times with 0.05%
(v/v) Tween 20 in PBS (PBT), tissues were blocked with 1%
bovine serum albumin (BSA; A1595-50 ML, Sigma) for 1 h at
room temperature. The same blocking buffer was used to
dilute the primary and secondary antibodies. Primary antibod-
ies used for immunostaining were pSMAD 1/5 (1:300; MA5-
15124, Invitrogen) and OCT3/4 (1:200; sc-5279, Santa
Cruz). Secondary antibodies used for immunostaining were
Alexa Fluor 555 donkey-antirabbit (1:500; A-31572, Invi-
trogen) and Alexa Fluor 647 goat-antimouse (1:500; A-21235,
Invitrogen). Nuclear staining was performed by adding one
standard drop of NucBlue Reagent81 (R37605, Invitrogen) to
the secondary antibody solution. Nuclear staining was also
performed using Hoechst 33342 nuclear stain (H3570,
Invitrogen) according to manufacturer’s protocol.

2.11. Microscopy. Phase contrast and epifluorescence
images were acquired with an inverted Nikon Ti2 microscope
using NIS Elements software and a Nikon Qi2 camera. Large
images were obtained by selecting large image options in the
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software. The z-stacked fluorescence images were captured on
a Leica SPE inverted confocal microscope using LAX software
with a 561 nm laser, 10× objective, and 1 μm z-slice. 3D lumen
imaging took place on Nikon Ti2-NL5 confocal with a 40×
1.25 silicone-immersion objective. GelMA micropatterns were
imaged at the Princeton University Confocal Imaging Core
Nikon Center using a Nikon Ti2 inverted microscope with a
Yokogawa W1 spinning disk and SoRa module using the laser
lines with 405 and 561 nm wavelengths by employing a 10×
objective and 5 μm z-slice. For a large field of view, GelMa
patterns were imaged on a Nikon Ti2-NL5 confocal micro-
scope with a 2× objective.

3. RESULTS
3.1. Adapting an LCD Resin Printer for Cell and

Protein Patterning. Our core strategy was to use patterns of
light to photo-cross-link a layer of inert hydrogel wherever we
did not want cells or proteins to adhere within in standard
culture vessels (Petri dishes, multiwell plates, etc.) as shown in
Figure 1. For this strategy, we chose a bioinert hydrogel that
would cross-link upon proper exposure to light to physically
mask specific regions of a culture plate. Anywhere not exposed
to light would remain unmodified and available for cell culture.
To reduce barriers to entry, we first chose to adopt a common
and off-the-shelf chemistry using PEGDA chemistry. When

PEGDA is combined with lithium phenyl-2,4,6-trimethylben-
zoylphosphinate (LAP; a 405 nm sensitive photoinitiator), the
acrylate groups cross-link the PEG and a bioinert gel forms.
PEG has been the foundation for most antifouling and
protein/cell patterning techniques, and PEGDA inks can be
purchased preformulated with LAP or even synthesized in-
house to dramatically reduce consumable costs.18 For example,
custom PEGDA-based photoinks have been synthesized by
other groups and used to print microfluidics and organ-on-a-
chip devices.19

As LAP enables PEGDA cross-linking in 405 nm light, we
identified low-cost resin printers containing 405 nm light
sources and down-selected from those to only consider
monochrome LCD platforms (good 405 nm transmission)
that would provide the combination of high-resolution, large
printable area, and low cost (∼$300). The most promising
candidate was the Phrozen Mini 4K system, and the only
modification needed to our chosen printer was to unscrew the
Z-axis plate, as we are essentially using the 3D printer as a 2.5D
printer to pattern a layer of PEGDA on a 2D substrate.
Controlling this kind of system requires a simple modification
to the standard 3D model file (CAD) design; here, the z-
thickness in a CAD model corresponds to the effective local
exposure time (see Materials and Methods). This strategy
allows the researcher to use any standard 3D file generator

Figure 2. Effect of exposure time on patterned PEGDA hydrogel characteristics. (A) Phase-contrast (left) and epifluorescence (right) images of
multiarray features, with five replicates, printed with exposure times of 40, 70, and 100 s (top, middle, and bottom, respectively). Epifluorescence
images were acquired by depositing fluorescence beads on completed PEGDA hydrogel structures. Scale bars: 1 mm. (B) Percentage error from the
target rectangle width for different exposure times. (C) Percentage error from the target rectangle length for different exposure times (n = 5). (D)
Overlay of the XY top-down edge profile of representative rectangles printed with various exposure times. The white dotted line represents the
targeted design size. Scale bar: 500 μm. (E) Overlay of the XZ edge profiles of representative structures printed with different exposure times. (F)
Height of hydrogels printed with varying exposure times (n = 3).
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(e.g., Autodesk Fusion, Solidworks, SketchUp) while “tricking”
the resin printer slicer software into thinking it is printing a 3D
structure. Preparing the printing sample is also relatively
simple. We first silanized glass-bottomed culture vessels with a
methacrylate silane. This is optional but ensures strong
bonding of the polymerized PEGDA to the dish floor. Next,
we added sufficient PEGDA to cover the target area (e.g., 300
μL for a standard 3.5 cm glass-bottomed Petri dish) and then
aligned the culture dish with where our printed pattern would
be projected from the LCD. After a brief exposure, we
removed the dish and washed it with deionized water. Finally,
we backfilled the dish with an extracellular matrix protein (e.g.,
collagen) to ensure strong cell attachment, then seeded cells
into the dish and allowed them to adhere. Interestingly, the
unreacted methacrylate groups in the nonexposed areas did not
seem to prevent extracellular matrix protein deposition or cell
adhesion. It is possible that the unreacted methacrylate groups
remain but are passive due to the lack of other acrylate groups
to bind to. Also, the silane bonds in the nonexposed areas may
hydrolyze over time, and the silanes may dissociate. The full
workflow of this process of going from a CAD file to a
patterned, inert hydrogel layer in a culture plate is shown in
Figure 1A.
Several key advantages to using an LCD printer system for

this application are immediately apparent . First, the large
native area of an LCD printer means that very large and
intricate single tissues can be created at scales far beyond
traditional tissue micropatterning (e.g., single patterns
spanning multiple centimeters) (Figure 1B). Second, unique
patterns of living cells can be created in each well of a
traditional multiwell plate, allowing compatibility with a wide
range of standard commercial culture vessels to enable high-
throughput biotechnology assays where many replicates or
conditions are required (Figures 1C and D).

3.2. Characterizing Patterning Conditions and Accu-
racy. How well does this approach work in terms of accuracy
and reproducibility? Photopolymerization chemistries depend
on the photon flux, often controlled by varying the light
intensity or exposure time. Commercial LCD printers have a
fixed illumination intensity, but the effective exposure time can
be chosen with the software. A perfectly collimated litho-
graphic system will produce straight-sidewalls and dimensional
accuracy, but low-cost resin printers are not perfectly
collimated, and projecting through culture vessels slightly
elevated off the print bed floor and into a scattering PEGDA
solution can further exacerbate this. To characterize the
resolution and effect of exposure time, we designed a virtual
photomask of many features and patterned PEGDA with 40,
70, and 100 s exposures in 3.5 cm glass-bottomed Petri dishes
(Figure 2A). As a note, we refer to exposure times for
simplicity in this work, but Figure S1 shows the raw output
power of the printer lamp in the 405 nm range, and exposure
energy conversions can be defined by multiplying this output
(∼5.7 mW) by the exposure time. We then measured critical
feature geometries and calculated the error relative to the
target feature in the photomask. As shown in Figure 2B−D, we
found the greatest accuracy was achieved using longer
exposures around 70−100 s, which is highlighted in Figure
2D where we overlay outlines of patterns from the different
exposures on top of a test rectangle pattern. Short exposures
(40 s) led to patterns being too large, while longer exposures
(70 and 100 s) led to patterns being somewhat smaller than
the target, with percent errors often around 10−15% for

patterns greater than 500 μm. For a final resolution
characterization here, we also measured how closely we
could space patterns to each other, again finding the most
reliable performance at 100 s of exposure (Figure S2A and B).

As this is a variant of 2.5D lithography, we also characterized
the gel height as a function of the exposure time and found a
roughly linear relationship between maximum gel thickness
and exposure time (Figures 2 E and F) but with relatively
curved sidewalls (likely from the lack of collimation, 3D
polymerization dynamics, and light scattering). Briefly, longer
exposure times correspond to thicker gel layers, which can be
used to control the substrate depth if desired.

3.3. Calibrations and Shape Corrections. Some
deviation between the photomask and printed pattern is
expected given the nature of the setup and the cost, but we
wanted to demonstrate that this deviation could be empirically
calibrated and corrected via a simple transfer function to
reliably produce far more precise structures than might be
expected. To demonstrate this, we chose to pattern circles of
different sizes, as the radial symmetry of a circle and isotropic
polymerization should make edge effects more pronounced
(Figure 3A). Here, we patterned a series of descending circular
openings and measured and fit a correspondence between a
diameter in the photomask and an actual patterned diameter.
Using this mapping, we were able to demonstrate precise and
reproducible patterning of circles down to at most ∼100 μm if
we set the mask diameter to 600 μm and the exposure to 100 s
(Figure 3B). A variety of settings can be adjusted to alter this
correspondence, but the fact that such a clean calibration can
be generated means that any user can quickly generate a
correction curve for a given set of target patterns to allow for
precise and rapid patterning. Moreover, this demonstrates
surprisingly small pattern sizes for such a low-cost, high-
throughput approach.

Importantly, the ability to create arbitrary photomasks using
an LCD display enables a more advanced shape correction
method for more complex shapes with variable curvatures. A
clear example of where this would be useful is the rectangular
patterns in Figure 2, where it is obvious that the 90° corners
are all significantly rounded. The problem is easily stated:
longer exposure times are important for reducing rectilinear
dimension errors (Figure 2; e.g., width/length errors), but this
comes at the cost of overpolymerization and rounding the
corners (Figures 3C and D; yellow). This is likely because
corners essentially concentrate the photopolymerization
process, as the adjacent edges both contribute to the
polymerization boundary. We hypothesized that we could
compensate for this by artificially adjusting the radius of
curvature at the corners. We demonstrated this approach by
comparing the results from illumination with photomasks of
pure rectangles to those masks where each corner was replaced
with a circular contour to compensate for boundary growth
(Figures 3C and D). This technique worked well and
redirected the corner polymerization such that a sharp corner
formed, allowing shapes with higher curvatures to be
reproduced accurately.

3.4. Validation of Patterning Stability and Biocom-
patibility Using 2D and 3D Stem Cell Structures. Finally,
we demonstrated how this rapid, inexpensive, and high-
throughput method can be combined with popular and
complex tissue engineering and patterning approaches. In
this case, we aimed to engineer the self-organization of cells
into complex structures reminiscent of gastrulation and
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lumenization3,20,21 that are typically created using expensive
and low-throughput patterning methods. Here, we printed
patterns in various geometries, followed by laminin incubation,
for culturing human induced pluripotent stem cells (hiPSCs)
(Figure 4A). We first ensured that our materials and patterning
method did not induce spontaneous differentiation, which we
proved by showing that cells remain “positive” for the OCT3/4
pluripotency marker that proves the cells are still capable of
differentiation (Figure 4A). After confirming the pluripotency
of patterned hiPSCs, we induced differentiation by introducing
bone morphogenetic protein 4 (BMP4) morphogen into the
culture media to mimic the gastrulation environment. As
previously reported,22 the sensitivity of patterned stem cell
colonies to BMP4 varied depending on their position in the
micropattern at higher seeding densities, whereas this spatial
sensitivity diminished at lower seeding densities. We
successfully replicated this result by creating micropatterned
hiPSC colonies with different cell seeding densities and
immunostained them with an early differentiation marker,
pSMAD 1/5. The signal of pSMAD 1/5 was uniformly
distributed at lower seeding densities, while it became

restricted to the colony edge as seeding density increased
(Figure 4B). This means that the seeding density and therefore
the spatial BMP responses can be easily calibrated with our
patterning strategy.

Next, we demonstrated the high-throughput reproducible
fabrication of complex hollow 3D tissues that recapitulate
aspects of neurulation, where the hollow neural tube
spontaneously develops. These engineered neural tubes are
of great interest and can be differentiated downstream to
“neuruloids” and recapitulate neural tube folding in vitro, upon
neural induction.21,23 We were able to demonstrate the key
lumenization (hollowing) step here by patterning many
discrete islands of laminin, culturing 2D hiPSC colonies, and
then introducing a 3D Matrigel gel matrix on top of the
colonies to induce lumen formation (Figure 4C). Again, these
structures maintained their pluripotency, which is key for
future differentiation steps, as shown by a positive OCT3/4
stain (Figure 4C).

3.5. Cell-Adhesive Biopolymer Patterning. The gently
curved 3D surfaces we observed in projection-patterned
PEGDA prompted us to replace the PEGDA with a common
bioactive polymer, gelatin methacrylate (GelMA). This
allowed us to explore whether we could get cells to adhere
to complex 3D topographies rather than be excluded by them.
GelMA is a widely used photopolymer for biological studies.24

It mimics the ECM microenvironment, provides unique
biocompatibility and cell-adhesiveness, and makes hydrogels
with modular physicochemical properties.25 Photopatterning is
a popular approach for defining bioactive surfaces with both
natural and synthetic polymers, and our system should be
adaptable for a variety of these inks.26,27 Such biomaterial

Figure 3. Patterning calibration curve and shape correction. (A)
Epifluorescence image of circle patterns in varying sizes (1000−600
μm), with three replicates, printed with exposure time of 100 s. Scale
bars: 1000 μm. (B) Circle patterning calibration curve between the
diameter in the photomask (input diameter) and the patterned
diameter (output diameter). (C) Rectangular patterns with circular
corners of varying diameters as input files for shape correction testing.
Epifluorescence images (contrast enhanced for clarity) of the printed
rectangular patterns (output print) with sharp corners as the target
shape. Scale bar: 500 μm. (D) Overlay of XY top-down edge profiles
of representative rectangles printed with corrected corners. The white
dotted line represents the targeted design size. Scale bar: 500 μm.

Figure 4. Validation of PEGDA hydrogel biocompatibility through
2D and 3D stem cell structures. (A) Immunofluorescence image of
hiPSC patterned within a printed PEGDA hydrogel in various
geometries. Cells were stained for the nucleus (top) and the OCT 3/4
pluripotency marker (bottom). Scale bars: 1 mm. (B) Immuno-
fluorescence image of hiPSC 1 mm circle micropatterned colonies
seeded at low (left, ∼3000 cells/mm2) and high densities (right,
∼1000 cells/mm2). Cells were stained for the nucleus (top) and
pSMAD 1/5 (bottom). Scale bar: 200 μm (C) Epifluorescence
images of E-cadherin (left) and OCT 3/4 immunostaining (right) of
lumenized, or hollowed, 3D hiPSC structures. Scale bar: 50 μm.

ACS Omega http://pubs.acs.org/journal/acsodf Article

https://doi.org/10.1021/acsomega.4c06539
ACS Omega 2024, 9, 43808−43816

43813

https://pubs.acs.org/doi/10.1021/acsomega.4c06539?fig=fig3&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.4c06539?fig=fig3&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.4c06539?fig=fig3&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.4c06539?fig=fig3&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.4c06539?fig=fig4&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.4c06539?fig=fig4&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.4c06539?fig=fig4&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.4c06539?fig=fig4&ref=pdf
http://pubs.acs.org/journal/acsodf?ref=pdf
https://doi.org/10.1021/acsomega.4c06539?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as


surfaces are commonly used in studies on tissue curvature and
for stem cell niche engineering.28,29 Here, we used
commercially produced GelMA (see Materials and Methods)
and tested exposure patterns similar to what we had validated
with PEGDA. Specifically, we evaluated a “waffle grid” that
ought to produce tall ridges surrounding deep valleys, as
shown in Figure 5a. We initially found that GelMA itself was
not sufficiently cell-adhesive to anchor monolayer cultures, so
we first incubated the GelMA in 50 μg/mL collagen (see
Materials and Methods), which promoted better adhesion over
10 days of culture of our MDCK epithelial tissue model. Figure
5b shows the resulting depth-coded topographic map of the
resulting tissue. The first thing we noted was that GelMA
polymerization also exhibits increased corner polymerization,
resulting in circular valleys rather than square profiles (see the
blue vs red zones in Figure 5b). Notably, GelMA exhibited
different patterning performance than PEGDA, and would
require additional optimization if specific resolution constraints
were required. We hypothesize this is due to a combination of
different photochemistry and altered light scattering in GelMA
relative to PEGDA.30 We also noted significantly thicker
polymerization zones in the z-axis, with these GelMA patterns
extending up to nearly 750 μm in height, resulting in
significant three-dimensionality of the patterned monolayer,
as shown in the profile and monolayer inset in Figure 5C. This
demonstration was a brief evaluation of the suitability for other
biopolymers. While significant development work would be
needed to tune this for a specific application, it is promising
that the method works overall and offers a unique way to
produce continuous 3D topography, although this is not
expected to compete with a commercial bioprinter.

4. DISCUSSION AND CONCLUSION
The method described here is exciting because of its
combination of simplicity, speed, low cost, and throughput.
It demonstrates certain patterns down to 100 μm while also
allowing nearly massive continuous tissue patterns across
macroscale areas up to the size of a whole plate. The process
requires merely pipetting a photopolymerizable inert gel into
the culture regions of a dish or plate and placing the substrate
on a budget resin printer before exposing it to a virtual

photomask in 405 nm light. The rate of the patterning process
is independent of the sample size, and an entire 96 well-plate
can be patterned in <2 min. Moreover, it is worth mentioning
both that the printer we used cost <$400 (less than we spent
on the PEGDA or GelMA ink for this study) and that even
more capable printers with higher resolution and brighter LCD
systems have been released for the same price since we began
this study. As a final point here, an added benefit to equipping
a laboratory for this process is that the 3D printer can be
converted back to a fully functional high-resolution resin 3D
printer within just a few minutes, which further reduces the
risk of equipping a laboratory for this process because our
process does not damage the base 3D printer.

There are obvious limitations to such a low-cost process.
The most obvious is that some work needs to be done upfront
to calibrate and tune the photomask shapes when complex
features are involved. This is primarily due to the relatively low
power-density (requiring long exposures), lack of perfect
collimation, and 3D polymerization dynamics (possibly
amplified with long exposures). However, our method is not
intended to compete with ultraprecise, lower-throughput, and
more expensive approaches, and we have demonstrated several
general calibration and correction methods that can be tuned
for any given printer/resin system. An additional limitation is
that the best performance involves using glass-bottom dishes,
which can be more expensive than plastic dishes. With plastic
dishes, the plastic base tends to be ∼10× thicker than an
equivalent glass coverslip base, so light scattering in the plastic
and collimation issues are significantly worsened. That said,
this is a problem for any bottom-illuminated photopatterning
approaches. Despite its limitations, our method occupies an
important niche of cost, scale, and speed that is not accessible
with other techniques at present.

There were a number of limitations that we observed in our
approach, although they did not affect the general utility.
Specifically, we observed dimensional errors of 10−15% in
printing accuracy that we attributed to light scattering and
photopolymerization dynamics (e.g., rounded corners), which
are known to affect print accuracy.30 Future optimization could
evaluate photoabsorbers, which can reduce lateral scatter-
ing.30,31 Hardware optimization can also improve the future

Figure 5. Validation of GelMA patterning: (A) Photomask for GelMA printing to generate 3D patterns. (B) Depth-coded topographic map of the
MDCK tissue on a 3D GelMA pattern. The image represents the z-depth of the patterned tissue. (C) Image representing the 3D MDCK
monolayer grown on GelMA. The 3D image was generated using Agave software. The inset image shows the monolayer tissue with nuclear stain
and E-cadherin junctions.
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performance. For instance, monochrome LCD masks are
reaching increasingly higher resolutions with smaller pixels,
and pairing these masks with improved collimated 405 nm
light sources will likely result in significant accuracy and speed
improvements.
The foundation we present here encourages a number of

interesting next steps. For instance, we suspect that
dynamically shaping the photomask over time (e.g., making a
circular mask larger or smaller over time) might reduce
overpolymerization and result in straighter edges and high-
aspect-ratio microwells. Such tuning is also needed for more
specific patterning of cell-adhesive materials, as we demon-
strated with GelMA. However, as the technique is low-cost and
allows high-throughput iteration, there is little risk to exploring
it, so we expect it to be much easier to adopt and test than
other technologies in this space.
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