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ENGINEERED TISSUES DERIVED FROM INDUCED-PLURIPOTENT STEM CELLS (IPSCs) FOR DISEASE
MODELING, DRUG DISCOVERY, AND REPLACEMENT THERAPIES*

Human Tissue-Engineered Model of Myocardial
|Ischemia—Reperfusion Injury

Timothy Chen, PhD' and Gordana Vunjak-Novakovic, PhD"?

Ischemia-reperfusion injury (IRI) is a major, but potentially preventable contributor to the final tissue damage
after an acute myocardial infarction. Many therapies have demonstrated successful reduction of IRI in preclinical
settings, but none has shown improved outcomes in clinical studies. Part of the failure to translate new therapies
to clinical settings can be attributed to the reliance on small animal models in preclinical studies. While animal
models encapsulate the complexity of the systemic in vivo environment, they do not necessarily recapitulate
human physiology. In this study, we utilized cardiac tissue engineering methods and cardiomyocytes derived
from human induced pluripotent stem cells to establish a human tissue-engineered model of IRI. The resulting
cardiac constructs were subjected to conditions that simulated ischemia—reperfusion. We demonstrated the
presence of reperfusion injury and the ability to distinguish ischemic and reperfusion injury. We also dem-
onstrated reductions in IRI following ischemic preconditioning, modification of reperfusion conditions, and
addition of cardioprotective therapeutics. This study establishes the utility of a human tissue model for studying
key aspects of IRI and the potential for improving translation of therapeutic strategies into the clinical setting.
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Impact Statement

Reducing ischemia-reperfusion injury would significantly improve patient survival. Current preclinical models are inad-
equate because they rely on animals, which do not emulate human physiology and the clinical setting. We developed a
human tissue platform that allowed us to assess the human cardiac response, and demonstrated the platform’s utility by
measuring injury during ischemia—-reperfusion and the effects of cardioprotective strategies. The model provides a foun-
dation for future studies on how patient-specific backgrounds may affect response to therapeutic strategies. These steps will
be necessary to help translate therapies into the clinical setting.

Introduction

THE MOST EFFECTIVE approach to improve clinical out-
comes after myocardial infarction (MI) is reperfusion of
the occluded artery." However, reperfusion itself leads to ad-
ditional injury, termed ischemia—reperfusion injury (IRI).? IRI
involves the death of cells that were otherwise still viable at the
end of the ischemic insult, and it is a significant contributor to
the final infarct size. IRI is potentially preventable and limiting
it will be a major step in managing cardiovascular disease.
Despite the importance of reducing IRI, there is currently
no effective clinical therapy. Ischemic preconditioning—
subjecting the heart to short periods of ischemia and re-
perfusion that cause no damage before the actual ischemic
insult—has reduced the final infarct size in animals.> How-

ever, ischemic preconditioning is not a clinically relevant
therapy because it must occur before the MI. Instead, efforts to
reduce IRI have focused on the modification of reperfusion
conditions or addition of therapeutics during reperfusion.
Currently, the therapeutic development for IRI relies on
animal studies. However, physiological differences between
animals and humans can hinder the clinical predictability of
these studies.*® Significantly, none of the therapeutics that
have demonstrated decreased IRI in preclinical studies have
improved outcomes in large clinical trials.”~'® This lack of
success indicates that current preclinical models are inade-
quate,'" and that new approaches predictive of human
pathophysiology of ischemia and reperfusion are needed. In
particular, human tissue models are potentially powerful
tools to facilitate translation into the clinical setting.'>

Departments of 'Biomedical Engineering and *Medicine, Columbia University in the City of New York, New York, New York.
*This article is part of a special issue, Engineered Tissues Derived from Induced-Pluripotent Stem Cells (IPSCs) for Disease Modeling,

Drug Discovery, and Replacement Therapies.
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In this study, we created a human tissue model of myo-
cardial IRI. The model utilized human induced pluripotent
stem cell-derived cardiomyocytes (hiPS-CMs) to study the
effects of IRI on a human platform. However, hiPS-CMs are
notoriously fetal in nature,'* so we promoted their matura-
tion through culture in a tissue engineering bioreactor.'*™"
The resulting cardiac constructs were subjected to simulated
ischemia-reperfusion and tested for therapeutic strategies to
reduce IRI. We saw increases in cell injury upon reperfusion
compared to simulated ischemia only, and the reduction of
IRI through ischemic preconditioning and modification of
reperfusion conditions.

Materials and Methods

Detailed methods are provided in the Supplementary
Data (Supplementary Data are available online at www
Jdiebertpub.com/tea).

Cell culture

The hiPS cell line WTC11 was kindly provided by
Dr. Bruce Conklin (through a Material Transfer Agreement
with the Gladstone Institute of Cardiovascular Disease,
UCSF). The hiPS cells were maintained in mTeSR 1 me-
dium (STEMCELL Technologies) and differentiated into
cardiomyocytes by following published methods routinely
used in our laboratory.’® Briefly, differentiation was
achieved through modification of the Wnt pathway using
CHIR 99021 and Wnt-C59 (Tocris).

Bioreactor design

The bioreactors were formed from polydimethylsiloxane
(PDMS) in a custom-designed mold. The bioreactor itself
contained a small well (6 mm X 8 mm X2 mm) for construct
formation inside a larger well (41 mm X 12 mm X 6.5 mm),
serving as a culture medium reservoir. The construct formed
around two pairs of flexible PDMS pillars that were spaced
4.5mm apart. Each bioreactor supported the formation of
four independent constructs (Fig. 1A).

Bioreactor cultivation of cardiac constructs

hiPS-CMs were generated in monolayers by staged dif-
ferentiation over a period of 12-17 days. The resulting
cells were early-stage cardiomyocytes that were used to form
tissue constructs and matured during subsequent bioreac-
tor culture similar to our previous studies.'” Approximately
25x10° hiPS-CMs/mL were encapsulated in a hydrogel
containing 1.5 mg/mL of rat collagen type I (Corning) and
4 mg/mL bovine fibrinogen (Sigma). One hundred twenty
microliter of cell-hydrogel solution was placed into each
well of the bioreactor to form a cardiac construct around the
pillars. The constructs were cultured in RPMI 1640 medium
supplemented with 2% B27 (Thermofisher), 213 pg/mL
ascorbic acid, 100 U/mL penicillin, and 100 pg/mL strep-
tomycin. Aprotinin (33 pg/mL; Sigma) was added to the
media for the first 7 days of culture. Constructs were ana-
lyzed and used for modeling of IRI either after 2 weeks of
culture (relatively mature constructs) or 3 days of culture
(immature constructs).
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Histology and immunostaining

Constructs were fixed in 4% paraformaldehyde, frozen,
and cut into 10-um thick sections that were stained with
cardiac troponin T antibody (1:100, MS-295-P1; Thermo-
fisher), and visualized with goat anti-mouse Alexa Fluor 488
(Thermofisher; A-11001). Nuclei were counterstained with
4’ 6-diamidino-2-phenylindole.

Isoproterenol dose—response

To evaluate construct function, isoproterenol (Sigma;
16504) was used to measure chronotropic and ionotropic
responses. Twenty-second long videos were taken at each
concentration of isoproterenol and analyzed in MATLAB
using a custom-written code, similar to our previous stud-
ies,!” to measure the beating frequency and the fractional
area change (FAC). FAC was determined by masking the
construct area and measuring the change in area between the
relaxed and contracted state. Response was determined by
comparing each construct to its baseline. Dose-response
curves were analyzed in GraphPad Prism 6 software using
built-in nonlinear regression tools.

Modeling of ischemia and ischemia—reperfusion

To model ischemia, the constructs were washed, and in-
cubated in 120 pL of ischemic solution (119 mM NaCl,
12mM KCl, 1.2 mM NaH,PO,, 1.3 MgS0O,, 0.5 MgCl,, 0.9
CaCl,, 20 mM sodium lactate, and 5 mM HEPES, pH=6.4)
added to each bioreactor construct formation well. The
small volume promoted metabolic waste accumulation and
allowed constructs to modify their extracellular environ-
ment. These conditions were used to mimic the nutrient
deprivation, hyperkalemia, high lactate concentration, and
low extracellular pH seen during ischemia in the heart.
Bioreactors were placed into a hypoxic chamber, perfused
by anoxic gas (95% N,, 5% CO,), and cultured at 37°C for
6 h (Supplementary Fig. STA).

To model reperfusion, constructs were returned to a
mixture of air and 5% CO, to restore oxygenation, and 2 mL
media were added to the bioreactors to fully washout the
accumulated waste, replenish nutrients, and reestablish ex-
tracellular pH and ionic balance (Supplementary Fig. S1B).
The media consisted of RPMI 1640 supplemented with
1.4 mM calcium chloride (to establish physiological calcium
concentration of 1.8 mM21) and 2% B27 without antioxi-
dants (Thermofisher 10889038), at pH=7.4. Bioreactors
were placed into the incubator at 37°C for 3 h before end-
point analysis was performed.

Normoxic (control) constructs were cultured under the
conditions used for reperfusion for the entire duration of the
experiment (9h) (Supplementary Fig. SI1C).

Treatments to reduce IR/

For ischemic preconditioning, constructs were subjected
to simulated ischemia for 30 min, followed by simulated
reperfusion for 15 min. The constructs were then subjected
to normal simulated ischemia-reperfusion; the exact con-
ditions for both stages are detailed above

The reperfusion medium was modified to test cardio-
protective strategies. To test reperfusion with acidic media,
the reperfusion medium was titrated down to pH=6.4
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Bioreactor for the formation and maturation of human cardiac constructs. (A, B) Overview of the bioreactor.

Constructs formed by seeding hiPS-CMs in a collagen—fibrinogen hydrogel around flexible pillars. Flexible pillars provided
mechanical conditioning through passive tension and allowing for auxotonic contractions. (C-E) Immunofluorescence
images demonstrating the presence of aligned and cross-striated hiPS-CMs along the edge of the construct. 4’,6-Diamidino-
2-phenylindole (blue), cardiac troponin T (green/white). (F, G) Response of cardiac constructs to B-adrenergic stimulation using
isoproterenol. (F) BPM for chronotropic response and (G) FAC as an indicator of force generation for ionotropic response.
Data are presented as mean=+SD (n=6). hiPS-CM, human induced pluripotent stem cell-derived cardiomyocyte; BPM, beats
per minute; FAC, fractional area change; SD, standard deviation. Color images are available online.

using 1 N HCI. To test the effects of drugs, either cyclo-
sporine A (CsA, 1uM; Sigma C1832) or N-acetyl-L-
cysteine (NAC, 5mM; Sigma A9165) was added to the
reperfusion medium.

All treatment groups were compared to normoxic control
and constructs subjected to normal simulated ischemia—
reperfusion. All media used for simulated reperfusion were
checked for pH and titrated to a pH="7.4 using 1 N NaOH or
I N HCI, except for acidic reperfusion (pH=6.4) (Supple-
mentary Fig. S1C).

Construct characterization after simulated
ischemia—reperfusion

Cell death was assessed by measuring cell membrane
permeability through lactate dehydrogenase (LDH, 88954;
Thermofisher) and adenylate kinase (AK) release (LTO07;
Toxilight, Lonza) into the media. Cell viability was deter-
mined using RealTime-Glo (Promega; G9712). Mitochon-
drial membrane permeability (MMP) was assessed using
JC-1 dye by measuring excitation at 485 nm and comparing
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emission at 528 and 590 nm. Reactive oxygen species (ROS)
levels were measured using ROS-Glo (Promega; G8820).
Construct intracellular pH was measured using pHrodo
Green dye (ThermoFisher; P35373). All assays were used
according to manufacturer’s instructions.

Western blot

For Western blot analysis, 3—4 constructs per group were
pooled together, flash-frozen, and homogenized. Protein
concentrations were determined using bicinchoninic acid
assay, and 30 pg of total protein was added to each lane.
Membranes were probed using antibodies, as follows, and
developed under chemiluminescence: all antibodies ob-
tained from Cell Signaling Technology: cleaved caspase-3
(9664), total caspase-3 (9668), phospho-Akt (4060), Akt
(pan) (2920), and B-tubulin (86298). Quantification was
done in Licor Image Studio software.

Statistical analysis

Two-way unpaired #-test was used to compare two
groups, while analysis of variance with post-hoc Tukey’s
HSD was used to compare three groups. p <0.05 was used as
a statistically significant difference. Statistical tests were
performed using GraphPad Prism 6 software.

Results
Cardiac construct formation

Cardiac tissue constructs were formed by encapsulating
hiPS-CMs in a collagen—fibrinogen hydrogel in the biore-
actor. The construct formation well contained two pairs of
flexible pillars for the cardiac constructs to form around and
attach to, inside a larger well for medium addition (Fig. 1A,
B). The flexible pillars provided passive tension to the
construct to help align the cardiomyocytes, and they allowed
for auxotonic contractions promoting mechanical condi-
tioning and cardiomyocyte maturation.

After 2 weeks of bioreactor culture, the constructs were
examined for their morphology. Histology revealed that
the tissues were more compact at the periphery than at the
construct center (Fig. 1C), likely due to the construct size
limiting oxygen and nutrient availability to the center. The
cardiomyocytes in the peripheral layers of the construct
appeared more mature with aligned and cross-striated
morphology (Fig. 1D, E).

Responses to B-adrenergic stimulation were measured
using serial dilutions of isoproterenol. A positive chrono-
tropic response was demonstrated, with an increase from
29.9t 11 beats per minute (BPM) at baseline to 54.0£7.5
BPM at 10uM isoproterenol, and an ECsy of 1.3nM
(Fig. 1F). The constructs were further analyzed for the
FAC, a proxy for force generation. Increases in FAC
from baseline to 100nM were observed. Nonlinear re-
gression of the dose-response data determined that the
changes in FAC were significant and are indicative of a
positive ionotropic response to isoproterenol (Fig. 1G and
Supplementary Fig. S2). Taken together, the constructs
demonstrated comprehensive responses to B-adrenergic
stimulation.
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Distinguishing ischemic and reperfusion injury

Because in vitro models examine IRI in non-physiological
settings, they must first be validated to demonstrate that IRI
can be observed. We specifically aimed to distinguish is-
chemic injury from reperfusion injury by comparing the
construct responses to ischemia only (“‘Isch’) and ischemia
followed by reperfusion (‘“Rep’’). The Isch and Rep groups
were further compared to control constructs cultured under
normoxic culture conditions (‘“‘Norm’”) (Fig. 2A).

Isch constructs demonstrated significant increases in cell
death over Norm constructs, as evidenced by measurements
of LDH and AK release. Reperfusion led to further cell injury
with a significant increase in cell death in Rep over Isch
constructs (Fig. 2B, C). Furthermore, the Isch group dem-
onstrated a significant decrease in cell viability compared to
Norm controls, and reperfusion led to a further decrease in the
Rep group (Fig. 2D). These results demonstrated that simu-
lated ischemia caused cell injury in the cardiac constructs,
and that reperfusion further exacerbated injury compared to
ischemia alone.

JC-1 staining was used to further characterize IRI by
assessing MMP. Mitochondrial permeability transition pore
(MPTP) opening with subsequent mitochondria depolar-
ization is known to be a critical step leading to cell death
due to reperfusion injury.”* We observed a significant in-
crease in MMP in the Isch constructs over the Norm group
(Fig. 2E). Reperfusion led to an even larger increase in
MMP, with a significant increase in Rep over Isch con-
structs, indicating opening of the MPTP during reperfusion.

Reperfusion and restoration of physiologic oxygen levels
in the infarct region lead to rapid generation of ROS and
oxidative stress that contributes to reperfusion injury.>> Rep
constructs demonstrated higher levels of ROS compared to
Isch and Norm constructs (Fig. 2F), indicating that oxidative
stress after reperfusion could be contributing to IRI in the
human tissue model.

Constructs were also evaluated for ultrastructural changes
after ischemia and reperfusion. Normoxic constructs dem-
onstrated aligned and striated staining for cardiac troponin
T. This organization was disrupted to some extent in Isch
constructs and even more so in Rep constructs compared to
Norm constructs (Fig. 2G).

While ischemia leads to initial activation of apoptotic
pathways to cause cell death, reperfusion leads to a further
increase in apoptosis that contributes to injury.>*2’ We
assessed apoptosis in the constructs by examining the
cleavage of caspase 3 into its active form through Western
blot analysis. Isch constructs demonstrated a small increase
in the ratio of cleaved and total caspase 3, while Rep
constructs demonstrated a significantly higher increase in
caspase 3 cleavage (Fig. 2H). Overall, these results dem-
onstrated that reperfusion led to increased injury over is-
chemia alone in the constructs.

Effects of construct maturity

As a part of model validation, we established the im-
portance of the bioreactor in providing a platform for mat-
uration of hiPS-CMs by examining the responses of
relatively immature cardiac constructs to simulated ische-
mia-reperfusion. Immature cardiac constructs were tested
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after 3 days of bioreactor culture, compared to the 2 weeks
of culture for other studies. Three days was after they first
started to demonstrate spontaneous contractions, but before
they had time to structurally and functionally mature.

Immature constructs were subjected to ischemia—
reperfusion and compared to immature normoxic (control)
cardiac constructs. Reperfused constructs demonstrated no
difference in LDH release compared to normoxic controls,
but they did have significantly higher AK release (Supple-
mentary Fig. S3A, B). The differences in cell death were
much smaller than those seen in matured constructs. Cell
viability and MMP measurements demonstrated no differ-
ence between the groups (Supplementary Fig. S3C, D). The
immature cardiac constructs did not demonstrate the com-
prehensive response observed in their more mature coun-
terparts (Fig. 2). We concluded that construct maturation in
the bioreactor is a critical component for modeling IRI using
the human tissue model.
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Ischemic preconditioning

We next sought to demonstrate the utility of the system
for examining various strategies to reduce IRI in the
cardiac constructs. Ischemic preconditioning is the only
treatment known to robustly decrease IRI in animal
models,® but this treatment has not been rigorously dem-
onstrated to decrease IRI in humans. Importantly, pre-
conditioning cannot be studied in acute MI patients as it
must occur before the ischemic insult. A human tissue
model would thus be useful to study ischemic pre-
conditioning in a controllable setting.

We simulated ischemic preconditioning by subjecting the
constructs to 30min of ischemia and 15min of reperfusion
before the simulated ischemia—reperfusion regimen (““‘PreC””)
(Fig. 3A). Preconditioned constructs demonstrated a decrease
in cell death, as measured by LDH and AK release (Fig. 3B,
C), and an increase in cell viability compared to the Rep
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FIG. 2. Validating presence of ischemia—reperfusion injury in cardiac constructs. (A) Response of constructs to simulated
ischemia (“Isch™) and simulated ischemia followed by reperfusion (‘“‘Rep’”) compared to constructs cultured under normoxia
(““Norm’*). Constructs were analyzed for (B, C) cell death as measured by LDH and AK release, (D) cell viability as measured
using RealTime-Glo assay, (E) mitochondrial membrane permeability as measured by JC-1 dye, where increased ratio of
emission at 528 and 590 nm is correlated with higher permeability, and (F) ROS. Data in (B-E) (five independent experiments)
and (F) (four independent experiments) and are shown as individual data points with mean+ SD. (G) Representative images of
cardiac construct ultrastructure. Cardiac troponin T (white), scale bar=20pum. (H) Apoptosis determined by Western blot
analysis of cleaved and total caspase 3. Data from three independent experiments are shown as mean=® SD. Statistical analysis
done using ANOVA with post-hoc Tukey’s HSD, *Indicates statistical significance compared to all other groups, *Indicates
significant difference between groups, p <0.05. LDH, lactate dehydrogenase; AK, adenylate kinase; ROS, reactive oxygen
species, ANOVA, analysis of variance. Color images are available online.
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group (Fig. 3D). Furthermore, JC-1 staining demonstrated
that preconditioning helped to partially prevent the increase
in MMP seen in reperfused constructs (Fig. 3E). Western blot
analysis also indicated that preconditioning resulted in a trend
of decreased apoptosis and caspase 3 cleavage, although the
differences were not statistically significant (Fig. 3F).
Ischemic preconditioning is cardioprotective, at least in
part, through the activation of prosurvival kinases.?®?’
Western blot analysis of the cardiac constructs determined
that there was increased phosphorylation and activation of
the cell survival factor Akt in the preconditioned constructs

CHEN AND VUNJAK-NOVAKOVIC

(Fig. 3G). This difference was not statistically significant,
but it does suggest that the activation of kinases in animals
can be seen in vitro in human tissue models. Overall, these
results support the use of engineered cardiac constructs as a
human model of ischemic preconditioning.

Targeting rapid normalization of intracellular pH

We next aimed to test therapeutic strategies that can be
applied during reperfusion. Our first therapeutic target was
the rapid normalization of intracellular pH seen during
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FIG. 3.

Ischemic preconditioning of cardiac constructs (‘‘PreC’’) to decrease ischemia—reperfusion injury. (A) Schematic

of the experimental protocol with the comparison groups. Constructs were analyzed for (B, C) cell death as measured by
LDH and AK release, (D) cell viability as measured using RealTime-Glo assay, and (E) mitochondrial membrane per-
meability as measured by JC-1 dye, where increased ratio of emission at 528 and 590nm is correlated with higher
permeability. Data are from four independent experiments and are shown as individual data points with mean®SD.
Statistical analysis done using ANOVA with post-hoc Tukey’s HSD, *Indicates statistical significance compared to all other
groups, *Indicates significant difference between groups, p <0.05. Western blot analysis of (F) apoptosis by cleaved to total
caspase 3 ratio and (G) prosurvival kinase activation by phosphorylated to total Akt ratio. Data are from three independent
experiments, and are shown as mean * SD. Data were not statistically significant by unpaired #-test and ANOVA, p <0.05.
Color images are available online.
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reperfusion. Ischemia leads to intracellular acidosis, while
reperfusion causes a rapid restoration of intracellular PH,
intracellular calcium overload, and eventually, cell death.” 0.31
We attempted to minimize the proton gradient during re-
perfusion to reduce IRI by reperfusion with a medium pH of
6.4 (“Rep [pH 6.4]”) and compared it to normal simulated
reperfusion with a culture medium pH of 7.4 (“Rep [pH
7.4]1”) (Fig. 4A).

pHrodo staining confirmed a lower intracellular pH in the
cardiac constructs after simulated ischemia (Fig. 4B). Re-
perfusion with acidic media demonstrated a decrease in cell
death, as assessed by LDH and AK release (Fig. 4C, D).
However, the rep (pH 6.4) group did not demonstrate im-
provements in cell viability as measured by cell activity
(Fig. 4E), presumably due to acidic media inhibiting normal
cell activity. The rep (pH 6.4) group did have a significant
decrease in MMP compared to the rep (pH 7.4) group, al-
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though the levels of MMP were still significantly higher
than in normoxic constructs (Fig. 4F). Western blot also
confirmed that reperfusion with acidic media led to a sig-
nificant decrease in the caspase 3 cleavage compared to Rep
constructs (Fig. 4G). Reperfusion with acidic media dem-
onstrated that in our constructs, IRI could be reduced by
modifying reperfusion conditions.

Targeting opening of the MPTP

We next sought to reduce IRI in the constructs by pre-
venting reperfusion-induced opening of the MPTP with
subsequent mitochondria depolarization and cell death.*>**
Cyclophilin D (CypD) is a regulator of the MPTP, and it has
been found that knockout of CypD in animals is cardio-
protective.”® CsA can regulate CypD and decrease IRI by
inhibiting opening of the MPTP.*

A Ohr  3hr  6hr  9hr B 14 C 150- *
— * i —
[4] [}
o
— g z 1.2 _$._ & 00 T
N o B3 k
Rep (pH7.4) n—— 85 . N < *'E_ ad
6 Z 1.0 % n u £
Rep (pH 6.4) ] 2e I g s
0T A T 50 e
e . B X 0.8 14 R
= Normoxia/Simulated Reperfusion (pH 7.4) x =~ A g #
Bl Simulated Ischemia 2 0.6 - 0 '@'
3 Simulated Reperfusion (pH 6.4) Norm Isch Rep Norm  Rep(pH7.4) Rep (pH 6.4)
D 1501 * E 1.5+ f
| —
a [ ]
) n" E % -
12 2 ole®
é 100+ ] N S 1.0 7.;.— ns
Py = o
] " A AA L 8 .-.‘.‘ 4
K] 50 AA A g 0.5 [ L] A R
& At % ) Ll Ala
Y # ° | -
< w [ n m Jhaaad
0 T T T 0.0 T T T
Norm Rep (pH 7.4) Rep (pH 6.4) Norm Rep (pH 7.4) Rep (pH 6.4)
*
20
F . G 3 —
2.5+ — a_ 5
-g ] n 4 g :
Sa S
g g 2.0+ - A g 8
[ 3
o 9 ] L] A A ey
g g 1.5 M L] A ';;,. |
© (]
S 10 AESEe faa 3
oY
% S o051
] Total Caspase 3
£ o0 ' , :
Norm Rep (pH 7.4) Rep (pH 6.4)

|
Cleaved Caspase 3

FIG. 4. Reperfusion with acidic media (“‘Rep [pH 6.4]”’) to prevent rapid intracellular pH normalization and reduce
ischemia—reperfusion injury. (A) Schematic of the experimental protocol for the comparison groups. (B) Measurement of
intracellular pH using pHrodo dye. Higher fluorescence signal indicates a lower intracellular pH. Data are from two
independent experiments. Constructs were analyzed for (C, D) cell death as measured by LDH and AK release, (E) cell
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We assessed the efficacy of CsA to reduce IRI in the
engineered cardiac constructs. The addition of CsA (1 uM)
during reperfusion (““CsA’’) (Fig. 5A) reduced cell death as
shown by LDH and AK release, and led to increased cell
viability (Fig. 5SB-D). CsA-treated constructs also displayed
decreased MMP compared to reperfused constructs
(Fig. 5E). CsA treatment led to a nonsignificant decrease in
caspase 3 cleavage (Fig. 5F). These results indicate that CsA
can decrease IRI in the human tissue model through inhi-
bition of MPTP opening.

Targeting oxidative stress

Reperfusion leads to rapid increases in ROS generation due
to reactivation of the electron transport chain.>> The large
amount of ROS overwhelms endogenous antioxidants, dam-
ages cellular membranes and proteins, and induces opening of
the MPTP to contribute to IRL.*** We explored the use of
antioxidants to target oxidative stress and help reduce IRI.

The antioxidant, NAC (5 mM), was added during re-
perfusion to test if it could reduce IRI (‘“NAC”") (Fig. 6A).
In the tissue-engineered cardiac constructs, the administra-
tion of NAC on reperfusion significantly decreased ROS
levels compared to normoxic and reperfused constructs,
which confirmed its antioxidant properties (Fig. 6B). How-
ever, NAC-treated constructs demonstrated no difference in
cell death (Fig. 6C, D), cell viability (Fig. 6E), or MMP
levels (Fig. 6F) compared to reperfused constructs. These
results indicated that NAC could reduce ROS levels in the
constructs, but it remained ineffective as a treatment for IRI
in this in vitro model.
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Discussion

We proposed the first human tissue-engineered model of
myocardial IRI as an improved platform for preclinical
studies of IRI. Currently, studies of IRI and cardioprotective
therapies rely on the use of animals and animal-derived car-
diomyocytes.>” However, animal use, particularly rodents,
can be problematic because animal hearts have physiological
differences that can influence their response to IRL.*™°

Instead, we sought to build a human tissue model by
utilizing hiPS-CMs to form engineered cardiac muscle.
hiPS cells are a robust and patient-specific source of car-
diomyocytes for in vitro models of this kind. Notably,
isolated and immature cardiomyocytes are more resistant
to ischemic injury38; therefore, hiPS-CMs have a limited
utility for modeling IRI because of their fetal-like pheno-
type. Cardiac tissue engineering can promote hiPS-CM
maturation'*'® and help develop a more predictive human
tissue model of IRL

We sought to mature hiPS-CMs by encapsulating them in a
collagen—fibrinogen hydrogel around flexible pillars for three-
dimensional culture. The hydrogel would shrink around the
pillars to condense the construct, and the pillars would pro-
vide passive tension to help align the cardiomyocytes and
allow for auxotonic contractions for mechanical conditioning.
The constructs were allowed to culture in the platform for 2
weeks to promote mechanical conditioning and maturation of
the cardiomyocytes. While studies have shown enhanced
maturation with longer bioreactor culture tirnes,ls’17 we de-
cided to utilize 2 weeks to allow for increased experimental
throughput.
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Color images are available online.
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The resulting cardiac constructs demonstrated aligned and
striated cardiomyocytes along the periphery, but not at the
construct center. This indicates that further improvements to
the bioreactor design are needed to achieve a spatially ho-
mogenous, dense, and fully mature tissue. Our constructs are
still relatively immature compared to adult heart tissue.

Construct function was tested and showed an increase in
beat frequency and FAC to B-adrenergic stimulation. Stu-
dies have demonstrated that contractile force can be directly
measured by optically determining changes in construct
length if the elastic modulus of the PDMS pillar is
known.*>** We were unable to reliably manufacture PDMS
with the same modulus to directly determine construct
contractile force, but by measuring changes in construct area
(FAC), we could still indirectly assess changes in contractile
force and ionotropic response to isoproterenol. Our con-
structs demonstrated functional maturation with both a
positive chronotropic and ionotropic response to [-
adrenergic stimulation, where positive ionotropic responses
are not seen in immature cardiomyocyte monolayers.*' It is
the presence of aligned and cross-striated cardiomyocytes at
the construct periphery and the complete response to -
adrenergic stimulation that allowed us to utilize the platform
to study IRI.

Ischemia is both a hypoxic and substrate-depleted envi-
ronment due to occlusion of the upstream blood vessel that
causes changes to the intracellular and extracellular envi-
ronment. We simulated these aspects in vitro by placing our
constructs in a hypoxic environment and in a solution that
was devoid of metabolic substrates and recapitulated the
expected extracellular ischemic changes, such as acidic pH,
hyperkalemia, and lactate accumulation that inhibits gly-
colysis.

An ischemic time of 0.5-1h is typically utilized in animal
studies to assess injury.” However, our model is still rela-
tively immature compared to adult heart tissue, and a longer
ischemic time was needed to see changes in cell injury. We
utilized 6 h of simulated ischemia, similar to another study
that assessed ischemic changes in an engineered heart
construct utilizing rat cardiomyocytes.** The clinical trials,
CIRCUS and CYCLE, to assess CsA efficacy in reducing
IRI included patients up to 6-12h after MI symptom onset,
which indicates that clinicians are interested in this ischemic
time frame.®’

Our bioreactor was specifically designed for study of IRI.
It featured two spaces for medium addition that allowed for
rapid changes between ischemia and reperfusion conditions.
A small amount of ischemic solution was added to the
construct well during simulated ischemia, which allowed for
the accumulation of metabolic wastes around the cardiac
constructs and for them to further modify their extracellular
environment. To reperfuse, media were added to the large
space surrounding the construct well, to rapidly restore
nutrients and extracellular ion and pH balance with minimal
manipulation.

To validate the model, we demonstrated critical aspects of
IRI in constructs exposed to ischemia only and ischemia
followed by reperfusion. Cell injury was assessed by at least
two methodologically different assays as recommended by
Nomenclature Committee on Cell Death guidelines.*> We
determined changes in cell injury by measuring cell mem-
brane permeability using LDH and AK release, cell activity
and viability using RealTime-Glo assay, and MMP using
JC-1 dye. We saw that our ischemia-only constructs dem-
onstrated significant differences in all of our cell injury
assays compared to normoxic control constructs, which
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established that simulated ischemia led to ischemic injury in
our constructs. Furthermore, we saw that the increases in
cell injury, as measured by our assays, were significantly
magnified by reperfusion, which demonstrated that re-
perfusion led to increased injury over ischemia alone. Cri-
tically, we observed significant increases in MMP after
reperfusion, which correlates with opening of the MPTP to
cause cell death.?> Many efforts to treat IR have focused on
the opening of the MPTP as a critical therapeutic target.>’

In addition to our primary assays to assess cell injury, we
wanted to further characterize changes due to IRI. Apoptosis
in IRI is thought to be driven by reperfusion,”* " and as
expected, we saw little caspase 3 activation in our ischemic
constructs, but significantly increased apoptotic activity in
our reperfused constructs. Caspase inhibition during re-
perfusion has helped decrease IRL,** but it may ultimately
have limited efficacy due to the significant amount of ne-
crotic injury that is seen during reperfusion.*> We also saw
disorganized cardiac ultrastructure after simulated ischemia—
reperfusion, which may be the result of reperfusion-induced
intracellular calcium overload leading to activation of
intracellular proteases.*®*” Overall, these results support
the utility of the proposed model in recapitulating IRI.

We also examined the responses of relatively immature
constructs to ischemia-reperfusion in our model. The fetal
heart is relatively resistant to hypoxia,*® and we observed
that the immature cardiac constructs (after 3 days of culture,
when macroscopic contractions are first observed) were also
resistant to ischemic injury. These immature constructs did
not demonstrate significant differences between ischemia—
reperfusion and normoxia, and the lack of response helped
to establish the importance of mechanical conditioning and
maturation in developing a model of IRI.

While ischemic preconditioning has demonstrated robust
and strong cardioprotection in animal models,” study of it in
humans has been limited due to lack of a robust platform.*’
Evidence for cardioprotection by ischemic preconditioning
in humans has been found through better outcomes in
patients with preinfarction angina, patients undergoing
coronary artery bypass surgeries, as well as in models of
quiescent primary human ventricular cardiomyocytes and
isolated atrial trabeculae.’®>* An engineered human tissue
model offers a more physiological and robust platform to
study ischemic preconditioning and evaluate its potential
benefits. In this study, we demonstrated that ischemic pre-
conditioning helped decrease IRI in a human tissue model.

Similar to what has been shown in animals, the pre-
conditioned constructs displayed increased activation of
prosurvival kinases. Further identification of the specific
proteins that drive cardioprotection will be important be-
cause they may differ between humans and animals. For
example, STAT3 activation and STATS attenuation were
cardioprotective in mouse models,” but the opposite was
found in humans.”® Furthermore, cardioprotection through
other more clinically relevant ischemic conditioning regi-
mens, such as postconditioning and remote ischemic con-
ditioning, has been found to function through similar
activation of prosurvival pathways.”’® Thus, the use of the
human tissue model to study ischemic conditioning would
help glean insights into modalities to reduce IRI.

We decided to only utilize one cycle of ischemic pre-
conditioning in our studies to limit manipulation of the
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constructs. Studies have suggested that there is a minimum
preconditioning stimulus that must be achieved through ei-
ther number of ischemia—-reperfusion cycles or duration of
ischemia to provide cardioprotection.”®®> We utilized a
longer 30-min ischemic time in our preconditioning regimen
to provide a stronger single stimulus compared to the mul-
tiple cycles of 4-5 min used in animal studies.’ In our future
studies, we wish to assess the molecular changes that are
characteristic of crossing the preconditioning threshold to
better understand its cardioprotective effects.

We also sought to reduce IRI after the ischemic insult by
modifying reperfusion conditions. Ischemia leads to a
switch from aerobic respiration to anaerobic glycolysis, a
decrease in ATP turnover, and a decrease in intracellular
pH.®® Reperfusion causes rapid normalization of intracel-
lular pH by creating a large proton gradient between the
intracellular and extracellular space, which drives intracel-
lular calcium overload and cell death.*° However, pharma-
cological inhibition of the sodium-hydrogen exchanger to
prevent rapid pH normalization has had mixed success.®*®’

We instead leveraged the increased control offered in an
in vitro model and sought to prevent rapid pH normalization
by reperfusion with acidic media to decrease the pH gra-
dient. We saw a decrease in cell death, MPTP opening, and
apoptosis. Reperfusion with acidic media has previously
demonstrated a reduction in IRI in rat cardiomyocytes and
isolated hearts,ﬁ&69 and we have shown that it is also car-
dioprotective in a human tissue model. We decreased IRI by
modifying the cellular environment during reperfusion, and
the results also indicate that inhibition of intracellular pH
normalization remains a viable therapeutic target.

The proposed model of IRI was also used for pharma-
cological screening of therapeutics that could be added
during reperfusion to decrease IRI. Many drugs have dem-
onstrated the ability to decrease the infarct size in animals,
but none has shown benefits in large clinical trials.*'* We
sought to decrease IRI by targeting some of the putative
mechanisms of damage—the use of CsA to prevent MPTP
opening and the use of NAC to reduce oxidative stress.

CsA addition during reperfusion demonstrated a decrease
in IRI, and critically, it also decreased MMP. This finding
indicates that CsA was able to reduce reperfusion injury by
preventing opening of the MPTP. Although CsA usage in
the CYCLE and CIRCUS clinical trials did not demonstrate
improved clinical outcomes,g’9 the trials have also been
criticized for utilizing a different CsA formulation compared
to an earlier trial,34 and for the increased use of cardiopro-
tective platelet inhibitors in patients, which might mask any
benefit of CsA administration.”® The encouraging results of
CsA in the human tissue model indicate that the design of
the clinical studies may have confounded potential cardio-
protective effects.

On the other hand, the antioxidant NAC failed to reduce
IRI in the cardiac constructs, despite the known importance
of oxidative stress in causing reperfusion injury.>**® NAC
decreased the overall ROS levels in the construct, but de-
spite this reduction, NAC did not seem to inhibit cell death,
improve cell viability, or affect MMP. Antioxidants have
shown mixed results in preclinical studies and small clinical
trials,”’~"* and more recently, the specific targeting of mi-
tochondrial ROS generation has become of interest.”* Early
results have indicated that these therapies can reduce IRI
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and need to be further explored.”” We are continuing to use
the human tissue model as a platform for pharmacologic
testing of therapeutics against IRIL.

In our studies, we chose to focus on the cardiomyocyte
responses to IRI and only incorporated hiPS-CMs into the
model. Cardiomyocytes only account for one-third of the
cell population in the heart,’® and the other cardiac cell
types have important roles in IRI. Cardiac endothelial cells
and fibroblasts can help mitigate cardiomyocyte injury
through paracrine signaling’’~""; however, they can also
propagate IRI through microvascular obstruction and in-
flammation.®®*' The inclusion of endothelial cells and fi-
broblasts in future models will be important for developing a
more physiological platform. There are many studies that
have incorporated endothelial cells and a microvasculature
into their cardiac constructs,gz_84 and we can now utilize
these methods to enhance our model of IRI.

It is also recognized that our model does not represent the
entire heart. In our studies, the entire cardiac construct is
subjected to the same conditions and ischemic time, but in
an M1, different areas of the heart are subjected to different
degrees of injury. Our constructs did not readily regain
contractile function after IRI and are more representative of
the core infarct area. To assess the infarct border zone and
compare its response to the core area, it will be necessary for
us to alter simulated ischemia—reperfusion conditions. Fur-
thermore, we would like to assess how different regions of
the infarct affect each other and the remote noninfarcted
heart. This will allow us to better understand how treatments
can salvage the entire area at risk and the heart response as a
whole.

Despite encouraging results, it is difficult to determine the
clinical predictivity of the cardiac constructs for pharma-
cological screening. CsA helped decrease IRI in the cardiac
construct and in other preclinical studies, but it has not been
effective in patients.®” This difficulty is further compounded
by the fact that no therapeutic has robustly demonstrated
improved clinical outcomes in patients.

Part of these differences in the results between preclinical
and clinical studies has been attributed to the differences
between patients themselves. Patients have many different
comorbidities and take multiple medications that can affect
their suscegptibility to IRI and response to ischemic condi-
tioning.®>~*” The patient background needs to be accounted
for in preclinical studies. Thus, the human tissue-engineered
model has significant advantages over animal models for
clinical translation. Recent studies have illustrated that
hiPS-CMs can capture patient-specific disease backgrounds
and cardiac tissue engineering can help recagitulate patho-
logical phenotypes, such as hypertrophy.®*! The use of
hiPS-CMs offers the opportunity to study IRI on different
genetic backgrounds.

Conclusion

The human tissue-engineered model developed in this
study demonstrated key aspects of IRI, enabled assessment
of the differential responses to ischemia and reperfusion,
and saw the reduction of IRI through various therapeutic
strategies. We anticipate that the use of patient-specific
hiPSCs will allow for recapitulation of patient comorbid-
ities, and further development of the cardiac tissue engi-
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neering system will lead to more accurate simulation of the
in vivo setting. Additional study on the human tissue model
will help in developing therapies to reduce IRI and facilitate
their translation into the clinical setting.
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