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Introduction

A polystyrene-film-based device for engineered
cardiac tissues enables accurate analysis of drug
responses on contractile propertiesy

Yuya Fujiwara,*® Masako Sasaki,?® Sohei Funaoka,® Takuro Yoshikuni,® Yuki Naka,®
Kazumi Ida,?® Taichi Aihara,® Shunsuke Funakoshi,@®
Kenichi Imahashi®® and Yoshinori Yoshida @ *2°

Engineered heart tissues (EHTs) using human induced pluripotent stem cells provide a valuable in vitro
platform for assessing pharmacological and toxicological effects on cardiac functions. EHT devices offer a
feasible approach to readily evaluate drug responses on contractile properties, including contractile force
and relaxation, by measuring the moving distance of pillars attached to EHTs. However, the absorption of
small molecule compounds by polydimethylsiloxane (PDMS), the material commonly used to construct
EHT devices, hinders the accurate evaluation of the pharmacodynamic properties of drug candidates on
contractility. Here, we developed a low-absorption EHT device using polystyrene (PS) to address this issue.
Moreover, we generated an original Python-based analysis program to avoid analytical bias when tracking
pillar positions and analyzing the contractile waveform drawn from EHT movements. This analytical
platform enables the detection of increased contractile force during EHT maturation and the negative
inotropic effects of diltiazem and blebbistatin on EHT contractile functions. Moreover, EHTs with PS-based
devices suppressed the absorption of a cardiotoxic drug, doxorubicin, thus allowing the detection of
cardiotoxic effects even at low concentrations compared to EHTs grown on PDMS-based devices.
Together, our EHT system represents a useful in vitro platform for accurate evaluations of drug responses
by the human heart.

approach for in vitro drug testing and disease modeling that
faithfully recapitulates human heart pathophysiology.>™®

During drug development, the efficacy and toxicity of newly
developed drugs are primarily tested using animal models,
including rodents and nonhuman primates, followed by
human clinical trials. However, 76% of drugs failed in phase
II and phase III clinical trials due to a lack of efficacy and
safety between 2013 and 2015." Interspecies differences
between humans and experimental animals are often viewed
as a significant contributing factor to such shortcomings.”

As an alternative to animal models, in vitro 3D heart tissue
models using human induced pluripotent stem cell derived-
cardiomyocytes (hiPSC-CMs) represent a novel yet accurate
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These platforms have been constructed as various structures,
including strips,”® sheets,"*™* rings,”'* and chamber-like
structures,'® and offer valuable pharmacodynamics insights
for potential drug candidates. Among these platforms,
engineered heart tissues (EHTs) with a strip-like structure
anchored on both sides by elastic pillars are most commonly
employed because they enable quantitative evaluations of
contractile functions from pillar displacement based on
beam theory without specialized equipment.'®*¢°

Polydimethylsiloxane (PDMS), known for its high
biocompatibility and flexible characteristics, has been
7,10

utilized as a material for EHT devices. However, a
significant drawback of PDMS is its characteristically high
absorption of small molecule compounds, which impedes
the accurate evaluation of their pharmacological and
toxicological effects.>’>?

To overcome this issue in PDMS-based devices, we
developed a low-absorption EHT device using polystyrene (PS)
and an analysis program for bias-free evaluations of
contractile functions by measuring pillar displacement. This

This journal is © The Royal Society of Chemistry 2025
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platform prevents the undesired absorption of drugs into
devices, enabling the examination of drug effects even at low
concentrations, thus leading to accurate and automatic
evaluation of these effects on human heart tissues.

Materials and methods
Device construction

PS films were produced by punching PS sheets into the
prescribed shape. Other device components such as plastic
supports, caps used to fix pillars to plastic supports, and
casting mold containers were also made of PS. EHT devices
were assembled using these components. Weights were
attached to the tip of pillars to measure the moving distance
of PS film pillars associated with loads of 2.9, 7.1, 11.6, and
24.4 mg, with the displacement of pillar tips from the initial
position measured by digital microscopy. PDMS-based
devices  used commercially  available (EHT
Technologies).

were

Cell culture and differentiation

The hiPSC line, 1390D4 (CiRA), was cultured in
StemFit®AKO2N (Ajinomoto) on iMatrix-511 (Nippi)-coated
dishes. Human cardiac fibroblasts (HCFs) (Promo Cell) were
cultured in a Fibroblast Growth Medium 3 kit (Promo Cell).
The cardiomyocyte differentiation method using embryoid
bodies (EBs) was previously described.’ For cardiomyocyte
purification, day 10-15 EBs were cultured in DMEM without
glucose, i-glutamine, and phenol red (Thermo Fisher)
supplemented with 4 mM 1-lactic acid (Wako) and 1 mM
sodium pyruvate (Thermo Fisher Science) for 3 days. The EBs
were subsequently cultured in a culture medium composed
of StemPro-34 SFM (Thermo Fisher Science) supplemented
with 2 mM  r-glutamine (Invitrogen), 0.4 mM
monothioglycerol (Sigma), 50 pg mL™" ascorbic acid (Sigma),
150 pug mL™" transferrin (Wako), and 5 ng mL™" VEGF. All
experiments involving human iPS cells were conducted in
accordance with regulations set forth by the ethics
committees of Kyoto University Graduate School and Faculty
of Medicine.

Engineered heart tissue (EHT) generation

For preparing dissociated EBs into single cardiomyocytes, day
2-7 EBs cultured after purification were incubated with 10-20
pg mL™" Liberase™ (Sigma-Aldrich) in IMDM (Thermo Fisher
Scientific) for more than 1 h, which was changed to TrypLE
Select (Thermo Fisher Scientific) supplemented with 10 ng
mL™" DNase I for 10 min at 37 °C. After adding an equal
volume of culture medium, EBs were dissociated by
pipetting. Dissociated hiPSC-CMs were mixed with HCFs at a
9:1 ratio in 100-150 pL culture medium supplemented with
10 UM Y-27632, 2.5-5 mg mL " fibrinogen (Sigma-Aldrich),
10% fetal bovine serum, 5-20 pg mL™" aprotinin, 0.75-3 units
thrombin, and 10% Geltrex™ LDEV-free reduced growth
factor basement membrane matrix (Invitrogen Corporation).

This journal is © The Royal Society of Chemistry 2025
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For evaluating maturation and drug effects, EHTs were mixed
with 6.75 x 10° hiPSC-CMs and 0.75 x 10> HCFs in a 9:1
ratio. For comparison between PS film- and PDMS-based
devices, EHTs were mixed with 8 x 10°> hiPSC-CMs and 2 x
10° HCFs at an 8:2 ratio. Cell mixtures were seeded into
troughs of device-attached molds and incubated for over 1 h.
After incubation, 1000 pL. IMDM was added, and EHT-
attached devices were transferred into new wells and cultured
in the culture medium supplemented with or without 10 uM
Y-27632. The culture medium was changed once every 3-5
days. For EHT maturation, day 7 EHTs were cultured in
DMEM containing 2 mg mL™" glucose (Thermo Fisher
Scientific) supplemented with 1/100 B27 minus insulin
(Thermo Fisher Scientific), 5-20 uM palmitate (Sigma-
Aldrich), 0.25 uM dexamethasone (Dex) (Sigma-Aldrich), 6
nM 3,3',5- triiodo-t-thyronine (T3) (Sigma-Aldrich), 1 uM
GW7647 (Merck), 50 ug mL™" ascorbic acid (Sigma-Aldrich),
100 U mL™" penicillin, and 100 ug mL™ streptomycin
(Thermo Fisher Scientific) for 9 days. After 9 days of
treatment, EHTs were maintained in DMEM containing 2 mg
mL™" glucose supplemented with B27 minus insulin, 5-20
uM palmitate, 50 pg mL™' ascorbic acid, 100 U mL™
penicillin, and 100 ug mL™" streptomycin. Immature EHTS
were cultured in DMEM containing 4.5 mg mL™" glucose
(Thermo Fisher Scientific) supplemented with B27 minus
insulin, 50 ug mL™" ascorbic acid, 100 U mL™ penicillin, and
100 ug mL™" streptomycin after day 7.

Image-based contraction measurement

After 2-5 days of maturation, EHTs were washed with PBS
and incubated in pre-warmed modified Tyrode's solution
(129 mM NaCl, 1 mM MgCl,, 2.5 mM KCI, 2 mM CaCl,, 30
mM p-glucose, and 25 mM HEPES pH 7.5) for 30 min at 37
°C with 5% CO,. For measuring EHT contractile functions,
videos of EHTs contracting were recorded using a
fluorescence microscope (BZ-X880, KEYENCE) for 5 s under
1.5 Hz electrical pacing.

To measure acute drug responses by blebbistatin (Sigma-
Aldrich) and diltiazem (FUJIFILM Wako Pure Chemical
Corporation), after incubation in pre-warmed modified
Tyrode's solution for 30 min, EHTs were incubated in pre-
warmed modified Tyrode's solution containing 1/1000
volume of vehicle (DMSO) at 37 °C with 5% CO, for 15-30
min. Subsequently, 5 second videos were recorded under 1.5
Hz electrical stimulation as the baseline. Next, EHTs were
incubated in pre-warmed modified Tyrode's solution
containing 1/1000 volume of the lowest concentration of each
compound at 37 °C with 5% CO, for 15-30 min, followed by
5 second video recordings wunder 1.5 Hz electrical
stimulation. This procedure was repeated for all increasing
concentrations tested in this study.

To measure doxorubicin (MedChemExpress)-mediated
cardiotoxicity, EHTs cultured for 1-5 days after maturation
were incubated in pre-warmed modified Tyrode's solution at
37 °C with 5% CO, for 30 min, and 5 second videos of pre-
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treatment EHT contractions were recorded. Subsequently,
recorded EHTs were cultured in DMEM containing 2 mg
mL™" glucose and supplemented with B27 minus insulin, 5-
20 uM palmitate, 50 ug mL™"' ascorbic acid, 100 U mL™"
penicillin, and 100 pg mL™" streptomycin containing the
indicated doxorubicin concentrations for 3 days. Following
doxorubicin treatment, EHTs were incubated in pre-warmed
modified Tyrode's solution at 37 °C with 5% CO, for 30 min,
and 5 second videos of post-treatment EHT contractions were
recorded.

Contraction analysis using a Python-based program

The contraction analysis program was built in the Python
environment, and the main libraries used were as follows:
OpenCV was used for video input/output and pillar tracking,
and multiple instance learning (MIL) was used as the
tracking algorithm. Numpy and Pandas were used for
numerical computations. Matplotlib was used for graph
drawing. SciPy was used for waveform peak detection.

Parameters, including the scale and frequency of electrical
stimulation, were set into the program, and a video was loaded
using the OpenCV library. For tracking pillars, a pillar was
manually selected as a region of interest (ROI) in the first frame
of the video, and pillar displacement was automatically tracked in
subsequent frames. For tracking accuracy confirmation, the
tracking process was outputted as a video (mp4 format). For
defining the contraction baseline, either the highest values of the
ROI x-coordinates from the upper left vertex or the average of the
highest and lowest values in the most frequent pillar position of
the ROI x-coordinate (with the data divided into 40 classes) was
defined as the baseline. The displacement of the ROI from the
baseline over time was drawn and smoothed using a moving
average (n = 3).

The highest value of each contraction waveform obtained
was defined as the contraction peak. The lowest value before
the peak point of each contraction was defined as the
baseline of a contraction. The 20% contraction point in each
contraction was estimated by linear interpolation using the
nearest point before and after 20% displacement between the
baseline and peak. The 80% relaxation point in each
contraction was estimated by linear interpolation using the
nearest point before and after 80% displacement between the
peak and baseline of the next contraction. The pillar
displacement in each contraction was defined as the value
from the starting point to the peak. The contractile force of
EHTs using PS film-based devices was calculated using the
following equation:

, bxh* xExW
Contraction force (N) = —————
4x[

where b is the width (2 mm), % is the thickness (0.05 mm), E
is the Young's modulus (2611 MPa), W is the displacement
(mm), and [ is the length (11.3 mm).

The contractile force of EHTs using PDMS-based devices
was calculated using the following equation:

3684 | Lab Chip, 2025, 25, 3682-3693
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. IXEXEXd*xW
Contraction force (N) = — T
X

where d is the radius (0.5 mm), E is the Young's modulus (1.7

MPa), W is the displacement (mm), and [ is the length (12 mm).

The contraction and relaxation times were calculated as
the time between the peak and 20% or 80% relaxation points,
respectively. The average of three consecutive contraction
waveforms was used as a data point for each EHT.

Since the contractile force of EHTs follows Hooke's law,
contractile stress, the force normalized by the cross-sectional
area of EHTs, was used to accurately compare the contractile
force between different EHTs or across different days of
culture for the same EHT. Pillar displacement was used to
quantify the effects of drug treatments on the contractile
force using the same EHTs on the same day.

Rhodamine B absorption measurement

PS and PDMS (CS CRIE) (1 cm x 1 cm X 50 pm) were
incubated in IMDM (Thermo Fisher Scientific) containing 10
uM Rhodamine B for 24 hours. Following incubation, films
were washed with PBS five times, and fluorescence and phase
contrast images were captured using a fluorescence
microscope (BZ-X880, KEYENCE). The fluorescence intensity
was measured using Image] Fiji** to quantify Rhodamine B
absorption.

Parallel transmittance measurement

Parallel transmittance of PS (50 mm x 50 mm x 50 pm) and
PDMS (Asahi Rubber) (50 mm x 50 mm x 60 pm) was
measured using a HAZE meter following the manufacturer's
instructions.

Young's modulus measurement

Tensile strength tests were performed on PS (150 mm x 20
mm x 50 pm) and PDMS (Asahi Rubber) (150 mm x 20 mm x
60 um) at tensile speeds of 5 mm min™" and 500 mm min ",
respectively. The Young's modulus was calculated from the
results in the strength range of 10-20 N mm™ for PS and 1-2
N mm > for PDMS.

Attachment rate of hiPSC-CMs onto PDMS and PS

Plasma-treated PS and PDMS (Asahi Rubber) (1 cm x 1 cm x
50 wm) were coated with either 0.1 mg mL™" fibronectin or
5% Matrigel for over an hour in 24-well low-attachment
culture plates (Corning). After coating, 2.5 x 10° purified
hiPSC-CMs were cultured in a medium supplemented with
10 uM Y-27632 at 37 °C with 5% CO,. The next day, after PBS
washing, the attached hiPSC-CMs were fixed with 4%
paraformaldehyde for 15 min at room temperature. The
hiPSC-CMs were stained with an anti-cTNT antibody
(Invitrogen), an Alexa647 anti-mouse IgG antibody
(Invitrogen), and Hoechst33342 (DOJINDO). Fluorescence
images were obtained using a fluorescence microscope (BZ-

This journal is © The Royal Society of Chemistry 2025
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X880, KEYENCE) with x2 and x10 objective lenses. To
quantify the attached hiPSC-CMs, the ¢TNT-positive area in
the images obtained using the x2 objective lens was
measured using Image] Fiji.>*

Mitochondria staining

Purified hiPSC-CMs were seeded at 2.5 x 10> cells per well
onto 0.1 mg mL " fibronectin-coated 24-well plates and
cultured in a medium supplemented with 10 uM Y-27632 at
37 °C with 5% CO,. After 1-2 days, for maturation, the
hiPSC-CMs were cultured in the maturation medium for 9
days and then in the maturation medium without Dex/T3/
GW7647 for 3 days. Immature hiPSC-CMs were cultured in
the immature medium for 12 days at 1-2 days after seeding.

Calcium imaging

Prior to measuring calcium kinetics, maturation medium-
treated EHTSs were cultured in the maturation medium without
Dex/T3/GW7647 for 2-4 days, and immature medium-treated
EHTs were cultured in the immature medium for the same
period. To measure the intracellular calcium content, EHTSs
were detached from devices and incubated in Gey's balanced
salt solution (GBSS) containing 5 pM Calbryte520 (AAT
Bioquest) and 0.04% Pluronic F-127 (Thermo Fisher Scientific)
for 30-60 min at 37 °C with 5% CO,. After removing the dye,
EHTs were incubated in GBSS containing 10 uM blebbistatin
(Sigma-Aldrich) for 15 min at 37 °C with 5% CO,. Calcium
imaging of EHTs was performed using an inverted fluorescence
microscope (Nikon) under 1.5 Hz electrical pacing for 10 s.
Images and signal intensity data at each time point were
obtained using NIS-elements AR (Nikon). The data were
analyzed using MATLAB software (MathWorks).

RNA extraction and qPCR

Day 17-18 matured EHTs were lysed using QIAzol (QIAGEN),
and a miRNeasy Mini Kit (QIAGEN) was used for RNA
purification following the manufacturer's instructions. Reverse
transcription PCR was performed using a PrimeScript™ RT
reagent kit (TAKARA). Quantitative PCR (qPCR) was performed
using Tagman™ Fast Advanced Master Mix (Applied
Biosystems) and TagMan probes (TBP: Hs00427620_ml1,
TNNI1: Hs00913333_m1, TNNI3: Hs00165957_m1, ACTN2:

Hs00153809_m1, MYH6: Hs01101425_m1, MYH?7:
Hs01110632_m1, CACNA1C: Hs00167681_m1, RyR2:
Hs00181461_m1, ATP2A2 (SERCA2): Hs00544877_m1, KCNJ2:
Hs01876357_s1, HCN4: Hs00975492_m1, SCNb5a:
Hs00165693_m1, GJA1: Hs00748445_s1, MT-ND1:

Hs02596873_s1, MT-ND4: Hs02596876_g1). qPCR data were
obtained and analyzed using a QuantStudio7 Flex (Thermo
Fisher Scientific).

Medium composition analysis

EHTs treated with the maturation medium for 6 days were
transferred to a fresh medium. After 3 days of culture, the

This journal is © The Royal Society of Chemistry 2025

View Article Online

Paper

supernatant was collected and analyzed using a BioProfile
FLEX2 (Nova Biomedical).

Statistical analysis

For comparisons between two groups, statistical significance
was determined using the paired or unpaired two-tailed
t-test. For multiple comparisons, statistical significance
between groups was analyzed using a one-way or two-way
analysis of variance (ANOVA) followed by Tukey's honest
significant difference test or Sidak's multiple comparison test
using GraphPad Prism 9. All data were obtained from at least
3 independent experiments.

Results

Development of a low-absorption device using polystyrene
films

As materials to prevent the absorption of small molecules,
thermoplastics such as PS are one of the most attractive
materials and are particularly appealing due to the variety of
processing methods available to facilitate easy prototype
fabrication.>® Since Rhodamine B, a fluorescent dye, was
used as a surrogate marker to quantify drug absorption due
to its ease of measurement,*® we compared the absorption
capacity of Rhodamine B between PDMS and PS substrates of
the same volume (1 cm x 1 cm x 50 um) to evaluate the low-
absorption properties of PS (Fig. 1A and B). DMSO (vehicle)
was used as a negative control (-). While the absorption of
Rhodamine B by PS was minimal, it was significantly higher
in PDMS (Fig. 1B), demonstrating the advantage of using PS
as a low-absorption material for EHT devices. Next, to assess
whether PS is a suitable material for EHT devices, we
compared its properties with PDMS, including elasticity,
transparency, and biocompatibility. Although PS exhibited
slightly lower transparency than PDMS, both materials
transmitted more than 85% of light (Fig. 1C). In terms of
elasticity, PS (2611 MPa) had a significantly higher Young's
modulus than PDMS (4.8 MPa) (Fig. 1D). Regarding
biocompatibility with hiPSC-CMs, their ability to attach to PS
and PDMS was comparable when the materials were coated
with fibronectin or Matrigel (Fig. 1E and F).

These results indicate that compared to PDMS, PS exhibits
lower absorption, high transparency - though slightly lower
than PDMS - and no toxic effects on hiPSC-CMs (Table 1).
Therefore, besides its lower elasticity, PS represents a suitable
material for fabricating low-absorption EHT devices.

To address the elasticity limitation, we developed thin PS
film-based pillars (50 pum thickness) to allow sufficient
bending under contractile force. In addition, we developed
a casting mold coated by low attachment modification to
prevent cell adhesion when fabricating strip-like tissues
(Fig. 2A). Using this device, we tested whether these pillars
adequately bent under load. Consistent with the formula
based on beam theory, the displacement at the tips of
pillars exhibited a linear relationship with the applied force,
closely aligning with theoretical values (Fig. 2B), indicating

Lab Chip, 2025, 25, 3682-3693 | 3685
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Fig. 1 Characteristics of PS as a material for EHT devices. (A) Fluorescence images of vehicle- (-) or Rhodamine B- (+) treated PDMS or PS. (B)
Quantification of Rhodamine B intensity of vehicle- (-) or rnodamine B- (+) treated PDMS or PS from 3 independent experiments (n = 6). (C)

Quantification of parallel transmittance of PDMS or PS from 3 independent experiments (n = 3). (D) Quantification of Young's modulus of PDMS or
PS from 3 independent experiments (n = 3). (E) Representative immunostaining images of hiPSC-CMs attached to fibronectin- or Matrigel-coated
PDMS or PS, obtained using 2x and 10x objective lenses for cTNT (red) and DNA (blue). Scale bar: 2000 um (left panel), 500 um (right panel). (F)
Quantification of hiPSC-CM areas attached on the PDMS or PS substrate from 3 independent experiments (n = 3). Data are presented as the mean
+ SD (B-D and F). Statistical analyses were performed using one-way ANOVA with Tukey's multiple comparison test (B and F) or unpaired t-test (C

and D). **** indicates p < 0.0001. ns indicates not significant (B and F).

Table 1 Summary of comparison between PS and PDMS properties

Properties

Polydimethylsiloxane (PDMS)

Polystyrene (PS)

Absorption

Transparency (parallel transmittance)
Elasticity (Young's modulus)
Biocompatibility

High

that the force applied to the tip of pillars can be accurately
calculated based on distances between the relaxed and
contracted pillar positions.

To generate EHTs, mixtures of hiPSC-CMs and primary
HCFs were seeded onto a casting mold attached to the
device. After incubating for an hour to allow the cell mixture
to polymerize via the fibrinogen-thrombin reaction, tissues
attached to pillars were transferred to new cell culture plates
for further culture (Fig. 2C). EHTs gradually became compact
during the next 7 days (Fig. 2D). Although EHTs with low cell
density (2.5 x 10° cells per EHT) did not readily maintain
tissue integrity, all EHTs with higher cell densities (7.5 and
10 x 10° cells per EHT) were successfully maintained for up
to 14 days (Fig. 1D and E). Initially, straight pillars could not
retain EHTs on day 0 (0/4), but the modified pillar structure
significantly improved retention and success rates (4/4) (data
not shown). This high success rate was attributed to the

3686 | Lab Chip, 2025, 25, 3682-3693

High (93.3%)
Low (4.8 MPa)
No difference for hiPSC-CMs

Low (one-tenth of PDMS)
Slightly low (87.5%)

High (2611 MPa)

No difference for hiPSC-CMs

improved structural design of the pillar tips, allowing
effective retention of EHTSs.

Development of analysis programs to calculate contractile
functions without bias

To accurately calculate the contractile properties of EHTs, we
developed a program in the Python environment to measure
pillar displacement. After manually setting the region of
interest (ROI) based on the pillar position, the selected ROI
automatically traced, with the ROI displacement
calculated. We analyzed the contraction waveforms using this
program, which also outputted various data, including values
of each parameter and a waveform graph (Fig. 3A). Since the
left side of the video was defined as the x-axis origin, the
program rotated the video by 180 degrees when analyzing a
left-side pillar (Fig. 3B). Contractile forces were calculated

was

This journal is © The Royal Society of Chemistry 2025
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Fig. 2 Generation of PS film-based low-absorption devices. (A) Representative images of a PS film-based device (upper panel) and casting mold
container (lower panel). (B) The relationship between pillar displacement and applied force (black line) (n = 8) and theoretical values (red line). (C)
Illustration and representative images at each step during EHT construction. Step 1: cell mixtures were seeded into troughs of the casting mold
container and incubated for 1 hour. Step 2: IMDM was added after incubation to remove EHTSs easily from the casting mold container. Step 3: attached
EHTs were removed from the device and transferred into new 24-well plates. (D) Representative images of EHTs at days 0, 2, 7, and 14 after EHT
construction. (E) Success rates of EHT generation at days 0, 2, 7, and 14 after EHT construction from 4 independent experiments (n = 10-12).

from distances between peaks and troughs of the waveform.
As illustrated in Fig. 3C, the contractile and relaxation times
were defined as the time taken for the displacement to go
from 20% of the amplitude to the peak during contraction
and the time from the peak to the point where the
displacement reaches 20% of the amplitude during
relaxation, respectively (Fig. 3C). Values of contractile force,
contractile time, and relaxation time were calculated as
averages of the values from three consecutive waveforms.
hiPSC-CMs have been reported to exhibit immature
phenotypes, including weak contractile force, low fatty acid
utilization, high reliance on glucose as an energy source, and
lack of T-tubules compared to mature adult cardiomyocytes.>”
To accurately manifest disease phenotypes and typical drug
responses, as observed in the human heart, using EHTSs
derived from hiPSC-CMs, it is essential to promote EHT
maturation.®?*°  Therefore, we applied our recently
developed method incorporating multiple maturation factors,
including hormones, PPARo agonists, and optimal energy
substrates, to this EHT platform.*" To evaluate whether our
EHT platform can accurately detect the increment of
contractile forces in EHTs treated with these maturation

This journal is © The Royal Society of Chemistry 2025

factors, we compared the displacement of pillars between
mature EHTs and untreated immature EHTs (Fig. 4A). While
the displacement was comparable between the right and left
pillars under each condition, the displacement of mature
EHTs was significantly increased compared to immature
EHTs (Fig. 4B). Since the contractile force of EHTs follows
Hooke's law, we evaluated the force normalized by the cross-
sectional area of EHTs to compare the contractile force across
different EHTs accurately. The result indicated that the
contractile stress of mature EHTs was significantly higher
than that of immature EHTs (Fig. 4C). Next, to confirm
whether the increase in contractile stress was due to EHT
maturation, we evaluated calcium handling and
mitochondrial activity, both of which are known hallmarks of
maturation. Mature EHTs exhibited increased calcium uptake
kinetics compared to immature EHTs (Fig. 4D and E). Due to
the difficulty of dissociating EHTs for mitochondrial activity
assessment using fluorescent dyes, we measured
mitochondrial activity in hiPSC-CMs instead. The results
indicated that the mitochondrial activity was higher in
mature hiPSC-CMs than in immature hiPSC-CMs, suggesting
that a similar increase in mitochondria activity occurs in
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EHTs (Fig. 4D). Collectively, these results indicated that our
EHT platform can accurately detect the changes in contractile
stress between EHTs with different maturation states. We
used these mature EHTs for all subsequent experiments.

Novel EHT platform detected concentration-dependent
negative inotropic effects

To confirm whether our EHT platform can monitor acute
changes in cardiac contractile properties in response to
drug treatments, we applied several drugs with well-known
effects on the human heart to our EHT platform.
Blebbistatin, a myosin II inhibitor, reduced the contractile
force of EHTs in a dose-dependent manner with an ICs,
of 59 nM, along with significant decreases in both
contraction and relaxation times (Fig. 5A and B). Since
blebbistatin promotes myofilament uncoupling by reducing
cross-bridge formation between actin and myosin,** this
mechanism is likely responsible for reduced contraction
and relaxation times.

Diltiazem, a calcium channel blocker, also decreased the
contractile force in a dose-dependent manner with an ICs, of
317 nM, accompanied by significant decreases in both
contraction and relaxation times (Fig. 5C and D). Diltiazem is
known to shorten the action potential duration of hiPSC-CMs
by blocking calcium ion influx,*® which is consistent with our
results (Fig. 5D). To further evaluate the utility of our EHT

3688 | Lab Chip, 2025, 25, 3682-3693

platform for monitoring cardiotoxic effects, we treated our
EHTs with doxorubicin, a known cardiotoxic drug, for 3 days.
While doxorubicin decreased the contractility of EHTs, with
an ICs, of 300 nM (Fig. 5E), the contraction and relaxation
times of EHTs remained unchanged even at a concentration
of 300 nM doxorubicin (Fig. 5F). Although the detailed
mechanisms affecting contraction and relaxation times in
EHTs remain unclear, the doxorubicin-induced decrease in
contractile force was not due to direct inhibition of the
calcium channel or myosin, as observed with diltiazem and
blebbistatin. Instead, it was primarily attributed to cytotoxic
effects, resulting from factors such as mitochondrial
dysfunction and DNA damage,** which are not expected to
directly affect contraction or relaxation times.

Collectively, these results indicated that our EHT
platform can accurately mimic drug responses observed in
the human heart.

PS film-based devices accurately detected doxorubicin-
induced cardiotoxicity due to their low-absorption feature

To evaluate the impact of drug absorption by EHT devices
when evaluating drug responses, we compared doxorubicin-
mediated effects between PDMS- and PS film-based EHTs
(Fig. 6A). Given that EHT maturity affects drug responses,>’
we first compared mRNA expression levels of sarcomere-,

sarcoplasmic reticulum (SR)-, and mitochondria-related

This journal is © The Royal Society of Chemistry 2025
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genes in EHTs grown on PDMS- and PS film-based devices.
The results showed comparable expression levels (Fig. 6B).
Moreover, we confirmed that there were no differences in
major ion concentrations in the medium of EHTs between
PDMS- and PS film-based devices, indicating that the device
material did not affect the medium composition or
consumption (Fig. 6C). Additionally, both EHTs, before and
after doxorubicin treatment, responded to 1.5 Hz electrical
pacing, which was the measurement condition for
contractile force (Fig. 6D). Although doxorubicin treatment
for 3 days reduced the contractile force of EHTs on PS film-
based devices, doxorubicin-treated EHTs on PDMS-based
devices did not reveal any significant changes in contractile
force (Fig. 6E), consistent with a previous report by Arefin
et al., showing that EHTs on PDMS-based devices failed to
exhibit a reduction in contractile force at concentrations of
125 nM and 500 nM doxorubicin, while treatment with 1000
nM doxorubicin significantly decreased the contractile
force.” These results indicate that PS film-based devices
prevent doxorubicin absorption, thus allowing for accurate
evaluation of the cardiotoxic effects of doxorubicin on the
human heart.

This journal is © The Royal Society of Chemistry 2025

Discussion

In vitro organ-on-chip and microphysiological systems using
human iPSC-derived cells enable mimicry of in vivo tissue
environments not only for heart tissues but also for the
liver, lungs, and multiorgan systems.> These in vitro
platforms provide insights into human pharmacokinetic
and pharmacodynamic properties of drugs. PDMS is a
widely used biomaterial due to its advantageous features,
including low cost, ease of use, optical transparency, and
biocompatibility.”> For EHT devices, the low Young's
modulus of PDMS is advantageous for calculating
contractile functions based on beam theory. However, the
absorption of small molecules by PDMS is a significant
issue when assessing pharmacokinetic and
pharmacodynamic profiles. Many therapeutic agents,
including estrogen and heart disease medications such as
bepridil, are absorbed by PDMS, resulting in low effective
drug concentrations—less than one-tenth of the expected
values—depending on the physicochemical properties of
the drug.**®” These findings are based on culturing in
devices like organ-on-chips, made of PDMS substrates,
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where the interface in contact with the medium is larger
than in EHT devices. In the case of EHT devices, the
impact of PDMS absorption on the results of in vitro drug
testing platforms has been unclear due to a smaller contact
area, thus potentially reducing the effects by absorption.
Nonetheless, our study demonstrates clearly that absorption
by PDMS in EHT devices affects the results, highlighting
the importance of wusing low-absorption materials for
in vitro drug testing platforms.

3690 | Lab Chip, 2025, 25, 3682-3693

Lipid-based coatings have been used in attempts to reduce
absorption by PDMS but have shown limited effects.*’
Consequently, alternative elastomers, such as
poly(octamethylene maleate (anhydride) citrate) (POMaC) and
tetrafluoroethylene propylene (FEPM), have been developed
to mitigate absorption.*?® Compared to these materials,
thermoplastics such as PS, which we used in this study, offer
advantages, including low fabrication cost, optical clarity,
and higher resolution within the design. However, the

This journal is © The Royal Society of Chemistry 2025
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Young's modulus of PS (2611 MPa) is much higher than these
elastomers (e.g., FEPM: 0.8 MPa) (Fig. 1D), posing a major
challenge for its application in EHT devices where pillars
must move variably based on contractile force. To address
this issue, we utilized film-shaped pillars in EHT devices to
achieve a high success rate in EHT generation.

For analysis, the ability to assess contractile functions
using only videos is highly versatile, as no specialized
equipment is required. In contrast, manual analysis
necessitates that the analyst selects the frames representing
the peak and baseline from the video and measures the
distance manually, thus potentially introducing bias into the
analysis. Therefore, we established a unique analysis

This journal is © The Royal Society of Chemistry 2025

program in which the baseline and peak positions of the
pillar can be automatically obtained by simply setting the
pillar as an ROI, resulting in easy and accurate
measurements without bias.

Conclusions

In this study, we developed an EHT device using PS, which
exhibits low absorption properties. The PS film-based device
and our newly developed analysis program enabled EHT
generation at a high success rate and the calculation of
contractile properties from pillar displacement associated
with the contraction of the EHTSs, respectively. Our platform

Lab Chip, 2025, 25, 3682-3693 | 3691
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detected increases in the contractile force associated with
EHT maturation and the negative inotropic effects of
diltiazem and blebbistatin on EHT contractile functions.
Moreover, the PS film-based EHT device detected the
doxorubicin-induced impairment of contractile force even at
low concentrations, which was undetectable previously in
PDMS-based EHT devices. This study highlights the effects of
absorption by device materials and the importance of
utilizing low-absorption EHT devices to assess accurately the
pharmacodynamic effects on cardiac functions. Our findings
here could potentially improve the accuracy of drug
evaluation to predict human efficacy and toxicity in vitro and
contribute to a reduction in animal experiments.

Data availability

The numeric data in each graph have been included as
ESLf The source code of our contraction analysis program
was deposited in GitHub (https://github.com/Contraction-
Analysis/EHT-Contraction-Analysis). All data are available
from the corresponding authors upon request.
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