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ABBREVIATIONS
AND ACRONYMS

SUMMARY

A first-in-man clinical study on a myocardial-derived decellularized extracellular matrix hydrogel suggested the CMR = cardiac magnetic

potential for efficacy in chronic myocardial infarction (MI) patients. However, little is understood about the resonance
mechanism of action in chronic MI. In this study, the authors investigated the efficacy and mechanism by which ECM = extracellular matrix
the myocardial matrix hydrogel can mitigate negative left ventricular (LV) remodeling in a rat chronic Ml EDV = end-diastolic volume
model. Assessment of cardiac function via magnetic resonance imaging demonstrated preservation of LV EF = ejection fraction
volumes and apical wall thickening. Differential gene expression analyses showed the matrix is able to prevent
further negative LV remodeling in the chronic MI model through modulation of the immune response, down-
regulation of pathways involved in heart failure progression and fibrosis, and up-regulation of genes important
for cardiac muscle contraction. (J Am Coll Cardiol Basic Trans Science 2021;6:350-61) © 2021 The Authors.

Published by Elsevier on behalf of the American College of Cardiology Foundation. This is an open access article

ESV = end-systolic volume
HF = heart failure
IHC = immunohistochemistry

KEGG = Kyoto Encyclopedia of
Genes and Genomes

under the CC BY-NC-ND license (http://creativecommons.org/licenses/by-nc-nd/4.0/).

LV = left ventricular

MI = myocardial infarction

MS = mass spectrometry

ore than 6 million Americans are currently = showed initial safety with the decellularized

ECM hydrogel therapeutic (9). Although the

QconCAT = quantitative

living with heart failure (HF), and this concatamer

number is continuing to rise as the
average global age increases and therapy of causative
conditions improves (1). Currently, there are various
injectable biomaterials being investigated for the
treatment of myocardial infarction (MI). Although
there have been some studies that evaluate these
therapeutics in a chronic MI model where the scar
has fully formed, the majority of studies have focused
on acute or subacute MI models, whereby the mate-
rial is injected immediately or a short time frame
following MI before full scar formation, respectively
(2-5). We previously developed a decellularized
injectable extracellular (ECM) hydrogel
derived from porcine left ventricular (LV) myocardial
tissue as a tissue engineering approach for treatment
after MI (6). Although the macrostructure of the ECM
is broken down in processing, the myocardial matrix
hydrogel retains the nanostructure, peptides, and
sulfated glycosaminoglycans found in native myocar-
dium and can be delivered minimally invasively via
transendocardial delivery. Subacute delivery of the

matrix

hydrogel 1 to 2 weeks post-MI was previously shown
to mitigate negative LV remodeling and improve car-
diac function in small and large animal models (6-8).
In a rat model of subacute MI, involvement of specific
prorepair pathways was found in response to delivery
of the hydrogel, including modulation of the inflam-
matory response, altered metabolism, up-regulation
of genes involved in neovascularization, and down-
regulation of genes involved in hypertrophy, fibrosis,
and apoptosis (8). A first-in-man phase I clinical trial

study was not designed or powered to eval-

uate efficacy, cardiac magnetic resonance imaging
(CMR) analysis suggested that the material may be
effective in patients more than 1 year post-MI; how-
ever, little is understood about the mechanism of ac-
tion of the hydrogel in the setting of chronic MI.
Therefore, in this study, we aimed to investigate the
efficacy and mechanism of action of the myocardial
matrix hydrogel in preventing the progression of
negative LV remodeling and dysfunction. Under-
standing the differences in mechanism of action of
the material between the subacute and chronic post-
MI environments could guide the next phases of clin-
ical testing of the hydrogel, as well as influence the
understanding of therapeutic targets for the design
of future MI therapeutics.

METHODS

MYOCARDIAL MATRIX PREPARATION AND
CHARACTERIZATION. Myocardial matrix was pre-
pared from porcine LV myocardial tissue and char-
acterized as previously outlined (6,10). Briefly, the
tissue was chopped, decellularized in sodium
dodecyl sulfate detergent, lyophilized, milled into a
fine powder, partially enzymatically digested with
pepsin in HCI, adjusted for pH and salts, brought to a
final concentration of 6 mg/ml, and finally aliquoted
and lyophilized for storage at —80°C. When preparing
for injection, lyophilized aliquots were resuspended
in sterile water approximately 30 min before.

The authors attest they are in compliance with human studies committees and animal welfare regulations of the authors’
institutions and Food and Drug Administration guidelines, including patient consent where appropriate. For more information,
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In addition to our standard published assays
for quality control, we also performed ECM-
targeted, quantitative concatamers (QconCAT) pro-
teomics on the decellularized ECM as previously
described (10-12).

SURGICAL PROCEDURES. All procedures in this
study were performed in accordance with the guide-
lines established by the Committee on Animal
Research at the University of California, San Diego,
and the Association for the Assessment and Accredi-
tation of Laboratory Animal Care. All animals used in
the study were adult female Sprague Dawley rats (225
to 250 g). To induce MI, all 48 animals underwent
occlusion-reperfusion surgery to occlude the left
main artery for 35 min as previously described (6). At
8 weeks post-MI, animals were arbitrarily assigned to
injection of 75 ml of either matrix or saline directly
into the infarct via subxiphoid access as previously
described (6,13).

CMR IMAGING. Cine CMR images were acquired using
an 11.7-T Bruker Magnetic Resonance Imaging System
by Molecular Imaging (Bruker, Billerica, Massachu-
setts) at the Sanford Consortium for Regenerative
Medicine. Rats were anesthetized using isoflurane in
oxygen during imaging. Respiratory and
electrocardiogram-gated cine sequences were ac-
quired over contiguous heart axial slices. The
following parameters were used: repetition
time = 20 ms, echo time = 1.18 ms, flip angle = 30°,
field of view = 40 mm?, data matrix size = 200 x 200.
Eight or 9 1.5-mm axial image slices were acquired
with a total of 15 cine frames per image slice. ImageJ
software, Java 1.8.0.172 (64-bit) (NIH, Bethesda,
Maryland) was used to outline the endocardial surface
at end-diastole and end-systole for each slice, defined
as the minimum and maximum LV lumen area,
respectively. Simpson’s method was used to calculate
the end-diastolic volume (EDV) and end-systolic vol-
ume (ESV). Ejection fraction (EF) was calculated as
[(EDV — ESV)/EDV] x 100. The myocardium was
defined as the area between the epicardium and
endocardium. Myocardial area was analyzed at end-
diastole and end-systole to assess wall thickening by
myocardial area (14,15). Cardiac wall thickening was
calculated as [To be consistent with above comment
this can be changed to end-diastolic and end-systolic
myocardial area (end-diastole myocardial area — end-
diastole myocardial area)/end-diastole myocardial
area] from cross-sectional MR images the of basal,
mid, and apical slices. Rats underwent baseline
CMR 2 days before injection of matrix or saline
(8 weeks post-MI). Animals that did not have an EF at
least 1 SD below healthy values (<68%) were excluded
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from the study. A total of 24 long-term functional
analysis rats underwent the MI procedure; 5 died as a
result of the MI, and 5 were excluded on the basis of
EF criteria, leaving n = 8 for saline and n = 6 for matrix
for final analysis. At 12 weeks post-MI (4 weeks
post-injection), rats were imaged, and their cardiac
function assessed again for post-treatment evaluation.
For wall thickening analysis, 4 animals were excluded
due to poor visibility of the myocardium. All CMR
acquisition and analyses were performed by in-
vestigators blinded to the treatment groups.

TISSUE PROCESSING. At 10 + 3 days (~1.5 weeks)
following final CMR acquisition (~5.5 weeks post-
injection, ~13.5 weeks post-MI), the functional set
of animals were euthanized, and hearts were fresh
frozen in Tissue-Tek O.C.T. Compound (Sakura
Finetek, Torrance, California). Once frozen, the
hearts were cryosectioned into 10-pm sections.
Another set of animals (n = 6 each group) were
euthanized at 1 week post-injection (9 weeks post-
MI), and their hearts were cut into 7 slices using a
stainless-steel rat heart slicer matrix (Zivic In-
struments, Pittsburgh, Pennsylvania) with 1.0-mm
coronal spacing. The infarct region was isolated
from even slices of tissue and flash frozen in liquid
nitrogen to preserve RNA as previously described (8).
The remaining slices were fresh frozen in Tissue-Tek

0.C.T. freezing medium for histology.

HISTOLOGY. Slides from ~5.5-week post-injection
animals were sectioned starting ~200 pm from the
apex with 16 locations taken at 8 slides per location
with 150-um spacing between each location to span
the ventricle. These slides were stained with hema-
toxylin and eosin or Masson’s trichrome, mounted
with Permount Mounting Medium (Fisher Chemical,
Hampton, New Hampshire), and scanned at 20x using
an Aperio ScanScope CS2 slide scanner (Leica Bio-
systems, Nussloch Germany). Hematoxylin and eosin
staining was used to identify 5 representative slides
for each animal that were evenly spaced to span the
infarct in the ventricle. Trichrome-stained slides were
used to assess fibrosis at ~5.5 weeks post-injection
using 5 evenly spaced representative slides
throughout the infarct scanned at 20x magnification
using an Aperio ScanScope CS2 slide scanner.
Nonnuclear blue staining was measured using the
Positive Pixel Count V9 algorithm within ImageScope
software, ImageScope v12.0.1.5027 (Aperio) to deter-
mine the collagen content as percentage of infarct
area. Interstitial fibrosis was measured as collagen
content in noninfarcted septal wall regions.
Immunohistochemistry (IHC) was performed at
~5.5 weeks post-injection using antibodies for the
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following antigens: o. smooth muscle actin (SMA, 1:75,
Agilent M0851, Agilent, Santa Clara, California) and
laminin (1:100, Abcam ab11575, Abcam, Cambridge,
Massachusetts). Primary antibodies were visualized
with secondary antibodies Alexa Fluor 488 or 568 (Life
Technologies, Carlsbad, California). Fluorescein-
labeled Griffonia Simplicifolia Lectin I isolectin B4
(1:75, Vector Laboratories, Burlingame, California) was
also used. Nuclei were stained with Hoechst 33342
(Life Technologies). Following IHC,
mounted with Fluoromount (Sigma-Aldrich, St. Louis,
Missouri) and imaged at 10x on the Ariol DM6000 B
microscope (Leica). For myofibroblast density, the
infarct region was traced in each tissue section, and
aSMA+-only regions were determined to be myofi-
broblasts. A MATLAB (MathWorks, Natick, Massachu-
setts) script was used to identify aSMA-+/isolectin—
regions, and manual corrections were used to ensure
no vessels were included in the quantification, as

slides were

defined by any stained region with a visible lumen. For
analysis of cardiomyocyte hypertrophy at ~5.5 weeks
post-injection, 5 regions per laminin-stained slide of
the remote myocardium where myocardial fibers were
running orthogonal to the plane of the section were
randomly selected for analysis. Cross sections of indi-
vidual cardiomyocytes (n = 300 cells for each heart)
were outlined and the area measured by ImageJ
software.

Two of the odd slices (see the Tissue Processing
section) from hearts harvested 1 week post-injection
were sectioned. The apex slice was excluded due to
nonvisible infarct regions. Two locations, 150 mm
apart, were taken per matrix tissue slice and 2 slides
were taken at each location with a total of 4 tissue
sections for each stain. IHC was performed using an-
tibodies for CD68 (AbD Serotec MCA341R, 1:100, AbD
Serotec, Oxford, United Kingdom) incubated with
horseradish peroxidase-conjugated goat anti-mouse
IgG, followed by diaminobenzidine (DAB) for 3 min.
The slides were then scanned at 40x magnification
using an Aperio ScanScope CS2 slide scanner. Mac-
rophages were quantified as CD68+ cells, using the
Positive Pixel Count V9 algorithm within the Image-
Scope software to detect DAB staining throughout the
entire infarct of all 4 tissue sections.

NanoString MULTIPLEX GENE EXPRESSION
ANALYSIS. RNA was isolated using the Qiagen
RNeasy Fibrous Tissue Mini Kit and the QIAcube
Connect nucleic acid isolation robot (QIAGEN, Hilden,
Germany) from infarct regions of tissue at 1 week
post-injection. For screening of various pathways of
interest, RNA samples were analyzed by the Nano-
String nCounter MAX Analysis System (16,17) with a
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nCounter custom cardiac codeset (Rat) allowing for
multiplexed assessment of 380 genes (see
Supplemental Table 1 for full gene list). Samples were
processed according to the manufacturer’s in-
structions. In brief, RNA sample concentrations were
measured on a Qubit 3.0 Fluorometer (Life Technol-
ogies) with a Qubit RNA HS Assay kit. A total of 70 pul
of hybridization buffer was mixed with Immunology
Panel Reporter CodeSet solution, and 8 ul of this
master mix was mixed in a separate reaction vessel
with 50 to 100 ng of RNA per tissue sample and RNA-
free water up to 13 pl total. A total of 2 ul of Capture
ProbeSet was added to each vessel, mixed, and then
placed on a thermocycler at 65°C for 16 to 48 h before
being maintained at 4°C for <24 h. The NanoString
nCounter Prep Station performed automated fluidic
sample processing to purify and immobilize hybrid-
ized sample to the cartridge surface. Digital barcode
reads were analyzed by the NanoString nCounter
Digital Analyzer. Results were analyzed by the man-
ufacturer’s nSolver Analysis Software version 4.0 and
custom R scripts (R Foundation for Statistical
Computing, Vienna, Austria). Outliers were detected
and excluded based on NanoString’s methods for
outlier detection.

STATISTICAL ANALYSIS. In vivo functional and his-
tological comparisons between matrix and saline
treatment groups were made using a paired t-test
when comparing baseline to post-injection and Stu-
dent’s t-test when comparing matrix-treated to saline
control groups. Significance was accepted at p < 0.05.
Data are reported as mean 4+ SEM. Gene expression
normalization and differential expression were
analyzed by the NanoStringDiff package with signifi-
cance at p < 0.05, and adjusted p values were found
using the method of Benjamini and Hochberg (18,19).
Heatmap was displayed with the pheatmap package
(R software Gene enrichment analysis was performed
with the clusterprofiler package (20) and Kyoto
Encyclopedia of Genes and Genomes (KEGG) pathway
images created with the Pathview package (21).

RESULTS

DECELLULARIZED ECM CHARACTERIZATION. The
myocardial matrix hydrogel was made using previ-
ously described decellularization methods, and
standard material characterization analyses were
performed for batch quality control (7,10). Here, we
also identified the specific protein components that
remain post-decellularization using ECM-targeted
QconCAT and a liquid chromatography-selected re-
action monitoring analysis. Of 83 distinct peptides,
which uniquely represent ECM and ECM-associated
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FIGURE 1 QconCAT Quantification of Myocardial Matrix Hydrogel
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The pie chart shows the average percentage of ECM, ECM-associated, and cellular contaminant protein content as determined using targeted
ECM proteomics. ECM = extracellular matrix; QconCAT = quantitative concatamer.

proteins, 28 were detected (Figure 1and Supplemental
Table 2). We also performed global proteomics anal-
ysis using data-dependent liquid chromatography
mass spectrometry (MS)/MS analysis (Supplemental
Table 3) because a few ECM proteins, such as
collagen 3 alpha-1 chain, are not covered with the
QconCAT peptides. The decellularized ECM is
composed mostly of fibrillar collagen (types I and III),
but also includes numerous other ECM proteins and
proteoglycans. The low percentage of cytoskeletal
protein contribution (ACT and MYH) indicates the
efficiency of the decellularization process (Figure 1
and Supplemental Table 2).

EFFECT OF MYOCARDIAL MATRIX HYDROGEL ON
NEGATIVE LV REMODELING. We wanted to first
evaluate the effects of the myocardial matrix hydro-
gel on cardiac function in a chronic MI model.
Although the scar is generally formed, and there are
indications of negative LV remodeling such as fibrosis
and LV dilation at 4 weeks post-ischemia reperfusion
in rats, we chose an 8-week chronic MI model because
previous published reports have shown that cardiac
fibrosis, LV dilation, reduced LV peak systolic pres-
sure, increased LV end-diastolic pressure, and cardiac
hypertrophy are more pronounced at this time
(5,7,22-24). Baseline MR images were taken 1 to 2 days
pre-injection (8 weeks post-MI) and 4 weeks post-
injection of either matrix (n = 6) or saline (n = 8), as
seen in the timeline in Figure 2. Representative MR
images of saline and matrix injected animals 4 weeks

post-injection at end-diastole and end-systole can be
seen in Figures 3A and 3B, respectively. Comparing
matrix-injected animals at baseline versus post-
injection, there were no significant changes in LV
ESV (131.2 + 8.3 mm? vs. 135.1 + 13.1 mm?>, n = 6;
p = 0.803) and EDV (340.9 + 19.0 mm?> vs. 367.9 +
31.9 mm?, (n = 6; p = 0.602) (Figures 3C and 3D). The
saline control group, however, showed significant
increases from baseline to post-injection in ESV
(148.9 + 28.2 mm? vs. 174.8 + 25.1 mm>3, n = 8;
p = 0.015) and EDV (335.2 + 21.7 mm? vs. 427.9 +
26.4 mm?>, n = 8; p = 0.011) (Figures 3C and 3D). These
data are also displayed in Supplemental Table 4.
Measurement of changes in myocardial wall thick-
ening in the apical segment indicated that there was
significantly reduced LV apical wall thickening in the
saline control group (A = —-0.344 4 0.122, n = 5)
compared with matrix-treated animals (A = 0.107 +
0.080, n = 5; p = 0.015) (Figure 3E).

We previously found changes in fibrosis in a sub-
acute MI model (7), and therefore evaluated infarct
and interstitial fibrosis at ~5.5 weeks after injection
in the chronic MI model (Figures 4A and 4B). Analysis
shows trends (p = 0.078) for a reduced percentage of
fibrosis in the infarct region of matrix-injected hearts
(29.53 + 1.92%, n = 8) compared with the saline
control group (35.47 + 2.50%, n = 6) (Figure 4C),
although there was no significant difference in myo-
fibroblast density between groups (Supplemental
Figure 1). There were no significant differences in
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FIGURE 2 Timeline of Chronic Ml Animal Model Showing Long-Term and Short-Term Time Points
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Image created with BioRender (Toronto, Ontario, Canada). Ml = myocardial infarction; MRI = magnetic resonance imaging; SD = Sprague

Dawley.

380 genes was designed to provide insight into the
mechanism of action of the myocardial matrix
hydrogel. The panel was designed with the following
pathways in mind: fibrosis, immune response (cyto-
kine profile, transcriptional regulation of macro-
phages and T cells), cardiac muscle contraction and

percent of interstitial fibrosis in remote myocardium
(Supplemental Figure 2) or cardiomyocyte hypertro-
phy at ~5.5 weeks post-injection (Supplemental
Figure 3).

SHORT-TERM GENE EXPRESSION AND HISTOLOGICAL
ANALYSES. A custom NanoString nCounter codeset of


https://doi.org/10.1016/j.jacbts.2021.01.003
https://doi.org/10.1016/j.jacbts.2021.01.003
https://doi.org/10.1016/j.jacbts.2021.01.003

356

Diaz et al.

Myocardial Matrix Effects on Chronic Ml

JACC: BASIC TO TRANSLATIONAL SCIENCE VOL. 6, NO. 4, 2021
APRIL 2021:350-61

FIGURE 3 CMR of the Myocardial Matrix Hydrogel
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Cardiac magnetic resonance (CMR) imaging shows the myocardial matrix hydrogel preserves LV volumes and improves cardiac wall thickening up to 4 weeks post-
injection. Representative MR images of saline control (A) and matrix-treated (B) animals at 4 weeks post-injection are shown at end systole (left) and end diastole
(right). MR images were used to determine changes in (C) LV ESV and (D) LV EDV from baseline (2 days pre-injection, 8 weeks post-MI) and 4 weeks post-injection
(12 weeks post-MlI). (E) Change in wall thickening from baseline to 4 weeks post-injection (Awall thickening) shows the matrix group was significantly greater than
saline controls. *p < 0.05 compared with baseline values in C and D, and compared with saline in E. LV = left ventricular; EDV = end-diastolic volume; ESV = end-

systolic volume; MI = myocardial infarction.

development, angiogenesis, apoptosis, and cardiac
metabolism using published reports to determine key
genes from each pathway (8,25-34). The distribution
of genes based on these pathways of interest, as well
as a full gene list, can be seen in Supplemental
Tables 1 and 5. Differential gene expression analyses
were performed on isolated infarct tissue samples at
1 week post-injection, as seen in Figure 2. Previously,
at 1 week post-injection, there were peak cell infil-
tration into the material and significant shifts in
global gene expression in a subacute MI model (8).
After 1 week post-injection of either matrix or saline,
we saw clustering based on fold change of gene
expression of 41 significantly differentially expressed
genes (Figure 5). Evaluating these differentially
expressed genes based on a KEGG pathway enrich-
ment analysis showed hits associated with HF-
relevant pathways such as dilated cardiomyopathy,
hypertrophic  cardiomyopathy, cardiac muscle
contraction, adrenergic signaling in cardiomyocytes,
and TGF-beta signaling (Table 1). Further details, as
well as the full list of design pathways and complete
list of genes on the nCounter panel, can be found in
Supplemental Tables 1 and 5. At 1 week post-

injection, there was a significant increase in the
expression of ATPase sarcoplasmic/endoplasmic re-
ticulum Ca2+ transporting 1 (Atp2a1), which is crucial
for cardiac muscle contraction (Table 1). We also saw
significant downregulation of transforming growth
factor-f (Tgfb3), bone morphogenetic protein-2
(Bmp2), and Bmp4 (Figure 5). These genes are
involved in the master regulation of fibrogenesis in
HF via TGF-B signaling pathways (Table 1) (28,35).
Additionally, we showed down-regulation of matrix
metalloproteinase 2 (Mmp2) and tissue inhibitor of
Mmp2 (Timp2), both of which are associated with
fibrogenesis in HF (Figure 5) (36,37). We also observed
down-regulation of Tlr2, Fos, Akt3, Fcerla, CD68,
Cxcl11, and Pf4 and up-regulation of Ccli1, showing
modulation of the immune response toward an anti-
inflammatory response (Figure 5) (32). However, IHC
analysis of CD68 staining at 1 week post-injection
showed no significant differences in macrophage
densities in the infarct region of matrix-injected ani-
mals compared with saline (Supplemental Figure 4).
Finally, we saw down-regulation of key metabolic
genes such as Pdk3 and Akt3, which are involved in
glucose oxidation.
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FIGURE 4 Myocardial Matrix Modulates the Fibrotic Response in the Infarct
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Representative Masson's trichrome staining of saline injected (A) and matrix-injected (B) infarcts (scale bar = 300 um) at ~5.5 weeks post-injection. Quantification of

DISCUSSION

Previous pre-clinical studies have shown efficacy of
the myocardial matrix hydrogel in preventing nega-
tive LV remodeling and promoting repair in the
infarct region in small and large animal subacute MI
models (6-8,38). This work led to completion of a
phase I clinical trial that showed initial safety and
feasibility in human patients, as well as suggested the
hydrogel may have potential efficacy in chronic MI
(9). This current study, therefore, aimed to show the
efficacy and mechanism by which the hydrogel can
prevent additional adverse remodeling in a rat model
of chronic MI. When the matrix was injected 8 weeks
post-MI in the rat model, we observed mitigation of
further negative LV remodeling and trends for
reduced fibrosis (Figures 3 and 4). In vivo gene
expression analyses at 1 week post-injection in the
chronic MI model showed the importance of differ-
ential expression of pathways dysregulated in HF and
suppression of chronic
Table 1).

To first confirm efficacy of the matrix in a chronic
MI model in vivo, we used CMR to determine changes
in cardiac function prior to injection and at 4 weeks
post-injection. We demonstrated preserved LV vol-

inflammation (Figure 5,

umes and improved apical wall thickening at 4 weeks
post-injection in matrix-injected animals (Figure 3),
suggesting preservation or improvement in cardiac
function. Histological assessments showed a trend for
reduced fibrosis in the infarct of matrix-treated ani-
mals (Figure 4), indicating a possible mechanism of
action for preserved cardiac function.

The NanoString custom codeset was designed as a
screening tool to be used to provide an initial

understanding of what mechanism the matrix may
have on a gene expression level in a chronic MI model
at 1 week post-injection, a time when there is peak
cell infiltration into the scaffold (7). Specifically, we
saw up-regulation of key genes involved in the car-
diac muscle contraction pathway such as Atpzai,
otherwise known as SERCA1 (Figure 5). SERCA1 has
previously been shown to improve cardiac muscle
contraction in small animal models and other iso-
forms of SERCA genes have been focused on as a
targets for gene therapy in HF (39-41). In subacute MI,
it has been shown that the matrix reduces fibrosis up
to ~5.5 weeks post-injection; however, the mecha-
nism was not understood (8). In this study, we
observed down-regulation of 3 key genes involved in
TGF-f signaling (Tgfb3, Bmp2, and Bmp4). TGF- is a
master modulator of fibrogenesis in various diseases,
and expression of genes in this pathway are positively
correlated with fibrosis (28,35). The matrix may
mitigate fibrogenesis through the suppression of TGF-
B signaling, specifically Tgfb3, which has been cited as
a profibrotic cytokine specific to the chronic MI/HF
phase (42).

It has been previously shown that differentiation
of fibroblasts toward a myofibroblast phenotype can
be important to cardiac repair in the subacute phase
of MI; however, long-term persistence and activation
can lead to adverse fibrogenesis and negative
remodeling associated with HF (43). We did not see
any significant differences in myofibroblast density in
the infarct of matrix-treated animals compared with
the saline control group at ~5.5 weeks post-injection
(Supplemental Figure 1). Previous studies have
shown that TGF-J signaling is crucial to the fibrogenic
activity of myofibroblasts (43,44), and although the
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FIGURE 5 Differential Gene Expression Seen at 1 Week Post-Injection of Matrix
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Heatmap of 42 significantly differentially expressed genes show that gene expression in the matrix treatment group (M1-6) is distinct from the saline control group

(51-6) at 1 week post-injection.

matrix was not shown to alter myofibroblast infiltra-
tion or density in the infarct, it may still induce a
reduction in adverse fibrogenic activity.

Previous studies on the effect of the matrix on
cardiac metabolism have shown a rescue of genes
involved in oxidative phosphorylation in a subacute

model of MI (8). This is beneficial because car-
diomyocyte metabolism is notoriously dysregulated
in HF with the suppression of oxidative phosphory-
lation and enhanced dependence on glucose oxida-
tion for ATP supply contributing to energetic
inefficiency and adverse remodeling. In this study of
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TABLE 1 KEGG Pathway Analysis Results

Pathway ID Description Adjusted p Value genelD

rno05410 Hypertrophic cardiomyopathy <0.001 Atp2al/Cacnb4/Cacng4/Igf1/Itgb3/Tgfb3/Tpm2
rno05414 Dilated cardiomyopathy <0.001 Atp2al/Cacnb4/Cacng4/1gf1/Itgb3/Tgfb3/Tpm2
rno04261 Adrenergic signaling in cardiomyocytes <0.001 Agtria/Akt3/Atp2al/Cacnb4/Cacng4/Creb1/Fxyd2/Tpm2
rno04260 Cardiac muscle contraction <0.001 Atp2al/Cacnb4/Cacng4/Cox6b2/Fxyd2/Tpm2
rno05418 Fluid shear stress and atherosclerosis <0.001 Akt3/Bmp4/Fos/Itgb3/Mef2c/Mmp2/Vcam1
rno04060 Cytokine-cytokine receptor interaction <0.001 Bmp2/Bmp4/Ccl11/Cxcl1/1133/Lep/Pf4/Tgfb3
rno04152 AMPK signaling pathway <0.001 Acacb/Akt3/Camkk2/Creb1/I1gf1/Lep
rno05412 Arrhythmogenic right ventricular cardiomyopathy <0.001 Actn3/Atp2al/Cacnb4/Cacng4/Itgb3
rno04010 MAPK signaling pathway <0.001 Akt3/Cacnb4/Cacng4/Fos/Igfl/Mef2c/Tgfa/Tgfb3
rno04022 c¢GMP-PKG signaling pathway <0.001 Agtrla/Akt3/Atp2al/Crebl/Fxyd2/Mef2c
rno04668 TNF signaling pathway <0.001 Akt3/Creb1/Cxcl1/Fos/Vcam1
rno04657 IL-17 signaling pathway 0.020 Ccl11/Cxcl1/Fos

rno04024 cAMP signaling pathway 0.007 Akt3/Atp2al/Creb1/Fos/Fxyd2
rno04151 PI3K-Akt signaling pathway 0.009 Akt3/Creb1/1gf1/Itgb3/Tgfa/Tlr2
rno04062 Chemokine signaling pathway 0.018 Akt3/Ccl11/Cxcl1/Pf4

rno04620 Toll-like receptor signaling pathway 0.021 Akt3/Fos/Tlr2

rno04350 TGF-beta signaling pathway 0.021 Bmp2/Bmp4/Tgfb3

rno04922 Glucagon signaling pathway 0.024 Acacb/Akt3/Creb1

rno04960 Aldosterone-regulated sodium reabsorption 0.030 Fxyd2/1gfi

rno04973 Carbohydrate digestion and absorption 0.040 Akt3/Fxyd2

Kyoto Encyclopedia of Genes and Genomes (KEGG) pathway targets and the associated differentially expressed genes at 1 week post-injection.

chronic MI, we did not see up-regulation of genes that
regulate oxidative phosphorylation directly, but we
found down-regulation of glycolysis/glucose oxida-
tion genes such as Pdk3 and Akt3. These genes are
regulators of glucose oxidation, and their long-term
up-regulation in HF is linked to negative LV remod-
eling (45-47). Suppression of these genes suggests the
matrix is able to modulate cardiac metabolism in
chronic MI.

In subacute MI, there is evidence that the matrix is
able to modulate the subacute inflammatory and im-
mune response to promote injury repair, reduce
apoptosis of at-risk cardiomyocytes, and promote
neovascularization (26,48,49). Interestingly, in this
study, we demonstrated an alternate modulation of
the inflammatory and immune response. The gene
expression analysis shows significant
regulation of Cd68 and Fcerla, suggesting reduced
migration of immune cells in matrix-treated animals;

down-

however, we found no significant histological differ-
ences in macrophage density between groups at
1 week post-injection (Supplemental Figure 4). As
suggested in previous subacute MI studies of the
matrix, the altered gene expression of Cd68 could
likely be due to changes in immune cell behavior
rather than macrophage infiltration or density (8).
Modulation of chronic inflammation may play a role
in the mechanism of the matrix in chronic MI because
we also saw down-regulation of Mmp2 and Timp2,
which are both associated with chronic inflammation

in HF leading to fibrosis, increased wall stiffness, and
reduced contractility (37). We also found down-
regulation of inflammatory cytokines such as Tlr2,
Fos, Akt3, Cxcli, and Pf4. A KEGG pathway enrich-
ment analysis shows TIr2, Fos, Akt3, Cxcli, Pf4, Cd68,
and Fceria are involved in key immune response
pathways such as cytokine-cytokine interaction, TNF
signaling, toll like receptor signaling, and IL-17
signaling, all of which are known to contribute to
adverse remodeling throughout HF (Table 1)
(26,32,50). This suggests the in vivo reduction in
Mmp2/Timp2 may be due to the suppression of
inflammation and the proremodeling immune
response induced by the matrix. Although acute
inflammation and immune response immediately af-
ter MI is required to some extent for injury repair,
chronic inflammation in HF is associated with the
negative feedback loop of continued adverse remod-
eling (32,50,51).

STUDY LIMITATIONS. This study is limited by the use
of a small animal murine model of chronic MI.
Although ischemia reperfusion is more representative
of the patient population, which is revascularized,
the model is not as severe as a permanent ligation
model, and therefore, this may have resulted in
smaller differences in function and gene expression.
Additionally, healing in rats is known to be acceler-
ated, and therefore, the 8-week chronic MI time point
is difficult to extrapolate exactly to patients.
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However, with the accelerated timing in rats, 8 weeks
post-MI is generally accepted as a model for chronic
MI in patients due to the extensive scar formation,
fibrosis, hypertrophy, and reduced cardiac function
consistently seen at this time point in rats. The in-
jection method of direct epicardial injection of the
material also does not exactly mimic the trans-
endocardial catheter delivery in human patients;
however, catheter delivery requires a large animal,
which would make analysis of multiple time points
with gene expression and histology difficult. Finally,
the nCounter custom codeset was designed for this
project with genes across many different pathways
for screening for potential mechanisms of action,
which limits the analysis in delineating in-depth de-
tails of pathway modulation from the material in a
chronic MI environment.

CONCLUSIONS

This study is the first investigation to our knowledge
into the efficacy and mechanism of a myocardial
matrix hydrogel to prevent worsening negative LV
remodeling in a small animal model of chronic MI. We
observed preserved LV volumes and improved apical
wall thickening up to 4 weeks post-injection of the
hydrogel, as well as trends for reduced fibrosis.
Further, we found the hydrogel modulated key
pathways dysregulated in HF such as dilated cardio-
myopathy, hypertrophic cardiomyopathy, cardiac
muscle contraction, adrenergic signaling in car-
diomyocytes, cardiac metabolism, TGF-f signaling,
and inflammation.
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PERSPECTIVES

COMPETENCY IN MEDICAL KNOWLEDGE: This

study provides the first insight into the mechanism of
action of the myocardial matrix injectable hydrogel in
chronic MI.

TRANSLATIONAL OUTLOOK: Understanding the
mechanism of action of the matrix may guide future
clinical studies as well as future design of new ther-
apeutics for HF patients.
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