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ABSTRACT

Epithelial-to-mesenchymal transition (EMT) is a process that occurs in a wide range of tissues and environments, in response to numerous
factors and conditions, and plays a critical role in development, disease, and regeneration. The process involves epithelia transitioning into a
mobile state and becoming mesenchymal cells. The investigation of EMT processes has been important for understanding developmental
biology and disease progression, enabling the advancement of treatment approaches for a variety of disorders such as cancer and myocardial
infarction. More recently, tissue engineering efforts have also recognized the importance of controlling the EMT process. In this review, we
provide an overview of the EMT process and the signaling pathways and factors that control it, followed by a discussion of bioengineering
strategies to control EMT. Important biological, biomaterial, biochemical, and physical factors and properties that have been utilized to
control EMT are described, as well as the studies that have investigated the modulation of EMT in tissue engineering and regenerative
approaches in vivo, with a specific focus on the heart. Novel tools that can be used to characterize and assess EMT are discussed and finally,
we close with a perspective on new bioengineering methods that have the potential to transform our ability to control EMT, ultimately
leading to new therapies.

© 2021 Author(s). All article content, except where otherwise noted, is licensed under a Creative Commons Attribution (CC BY) license (http://
creativecommons.org/licenses/by/4.0/). https://doi.org/10.1063/5.0033710

I. INTRODUCTION

Epithelial-to-mesenchymal transition (EMT) was first identified
by Hay in the last decade of the 20th century."” According to this ini-
tial description, the EMT process involves the transition of epithelial
cells—organized in sheet-like arrangements of polarized cells con-
nected with tight and adherent junctions—into mesenchymal cells.
The adoption of the mesenchymal cell phenotype implies enhanced
migratory capacity and plastic properties. Invasiveness, mobility, and
the ability to differentiate into other cell types are the main characteris-
tics of the newly formed mesenchymal cells.” > Although the definition

possible and contributes to reprograming and the generation of differ-
ent epithelial organizations.” Moreover, current knowledge confirms
the role of EMT not only in early development (i.e., during embryonic
stem cell differentiation, mammalian implantation, gastrulation, and
neural crest development)ﬁ"7 and tissue fibrosis,”” but also in a number
of biological processes during a lifetime, including tissue repair,'’
wound healing,11 stem cell behavior,'” and tumor progression.13 The
main reason EMT is such a relevant biological process is that it is
involved not only during embryogenesis but also during disease and
fibrosis, representing a hot topic for researchers looking for disease

of EMT has not changed over the years, EMT was initially described
to be a fundamental one-directional process in development' and
fibrotic processes.” Since then, new evidence has confirmed that EMT
is reversible, and mesenchymal-to-epithelial transition (MET) is also

treatment approaches, as demonstrated by over 5700 publications
indexed by Web of Science in 2019 alone.* Indeed, EMT is generally
classified into three subtypes based on the processes it is involved in.
Type 1 EMT is involved in implantation, embryogenesis, and organ
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development, type 2 EMT occurs during wound healing, tissue regen-
eration, and fibrosis, typically following injury, and type 3 EMT occurs
in cancer progression and metastasis.”"

In the heart, it is well known that EMT contributes to organ
development, whereas its importance in the adult heart and disease
has been under investigation more recently.'® In mammals, the heart
is divided into three layers, from inside to outside: endocardium, myo-
cardium, and epicardium. In the developing heart, cardiac progenitors
undergo several waves of EMT/MET/EMT, and the resulting mesen-
chymal cells migrate toward the myocardium and transition into other
cardiac cells such as fibroblast, smooth muscle, and according to some
reports even a small number of endothelial cells,'” ' giving rise to the
different cardiac layers. Then, EMT events contribute to valve forma-
tion and final heart septation.”’ In this regard, the architectural rear-
rangements and cellular changes necessary for valve formation are
further supported by endothelial to mesenchymal transition (EndMT)
processes.” After heart organogenesis, the epicardium has been shown
to be the center in the signal exchange between the epicardium and
the myocardium,” controlling mesenchymal cells’ fate through the
secretion of specific growth factors such as transforming growth
factor-f§ (TGF-p), fibroblast growth factor (FGF), and PDGF, among
others. In addition, during development, paracrine signals derived
from the epicardium stimulate the growth of the underlying myocar-
dium.” Thus, the epicardium is vital for normal development of the
heart and coronary vasculature.”* >’ Whereas MET is the opposite
process of EMT, EndMT is very alike. In fact, there is clear evidence
indicating EndMT is involved not only in cardiac development like
EMT but also in adult cardiovascular diseases such as atherosclerosis,
valvular disease, fibrosis, and fibroelastosis.”**’ As expected, both
EMT and EndMT present several similarities, for instance, regulatory
pathways relying on transforming growth factor-f (TGF-f) signal-
ing.”” Nevertheless, EndMT gives rise to mesenchymal cells that
mainly assist valve development or contribute to fibroblast populations
in the adult heart,”’ while EMT is capable of giving rise to a more
diverse population of cells as reviewed below. Moreover, taking into
account the relevance of the epicardium as a source for paracrine sig-
naling”” and as a mediator with the immune system, *** we will prior-
itize heart EMT over EndMT or MET in this review.

After heart development is complete, EMT does not normally
reactivate. Only under specific conditions involving severe injury,
for instance, myocardial infarction (MI), EMT is partially induced
again in the epicardium as a defensive mechanism to produce mes-
enchymal cells. These mesenchymal cells will then principally differ-
entiate into fibroblasts, as demonstrated using lineage tracing
(Tcf21:CreER, that labels epicardial cells and their progeny) in
zebrafish models.” ™ It is therefore believed that EMT in response
to MI mainly causes fibrosis and scar formation to avoid left ven-
tricular wall rupture, with no substantiated evidence that epicardial
EMT replenishes cardiomyocytes in the infarct zone, as reviewed
here.'*>* Despite mice work confirming this trend toward fibro-
blasts differentiation,'®** other experiments postulated that epicar-
dial EMT is also involved in the formation of perivascular cells””*®
and cardiac progenitor cells,””** contributing to several cardiac line-
ages and supporting tissue repair after injury.”

Finally, emerging evidence strongly suggests that there is a cross-
talk between the epicardium and the immune system. In particular,
the epicardium is required for yolk sac macrophage engraftment in the
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developing heart.”” These macrophages will then constitute the pop-
ulation of tissue-resident macrophages in the adult heart and pro-
mote cardiac tissue homeostasis, blood vessel formation,
cardiomyocyte proliferation, and cardiac tissue electrical proper-
ties."”** Recently, the epicardium has also been shown to mediate
an immunosuppressive response to MI through paracrine signaling
that increases regulatory T cell recruitment to the heart.”” As a mat-
ter of fact, the inflammatory process that takes place in the heart after
MI plays a critical role in tissue repair and can foster infarct progres-
sion or induce cardiac healing and regeneration.’”"* Consequently, it
is expected that EMT in the adult heart may have effects on the
inflammatory process after MI through directly modifying the epi-
cardium, thus affecting tissue reparative processes. Altogether, this
highlights the potential of EMT as a therapeutic target for MI and
confirms the need to further understand how to tune and control
this biological process in order to obtain the desired beneficial effects
without triggering undesired side effects.

In order to study cellular processes such as EMT, cells are cul-
tured on tissue culture plates. However, it is now well established that
two-dimensional (2D) cell culture systems do not completely recapitu-
late the in vivo systems that they are attempting to mimic, with sim-
plicity and immature cell type being potential issues.”” The addition of
extracellular matrix (ECM) components or scaffolds, numerous cell
types, spatially and temporally controlled chemical or biological condi-
tions or stimuli, tuned mechanical properties, and additional physical
factors, are all important aspects to incorporate in order to mimic
native tissue environments. 3D cell culture systems, often referred to
as organ-on-a-chip platforms, are able to include some of these addi-
tional properties and generate a more wholistic view of the systems
involved.”>"” When it comes to understanding a process such as EMT,
tools to recapitulate it more accurately should be employed. As more
is understood regarding the mechanisms and implications of EMT,
investigations can include bioengineering concepts to a greater extent,
with more focus on biomaterial design, mechanobiology, and spatio-
temporally controlled delivery of factors. While EMT is already inher-
ent in stem cell differentiation protocols, perhaps its involvement in
generating more complex 3D tissue constructs will be useful going for-
ward. If sufficiently controlled, the power of the EMT process could be
used to generate desirable tissue for tissue engineering purposes and
ideally, this process could be precisely controlled in vivo to facilitate
tissue regeneration. Of particular interest in vivo is achieving enhanced
control over the EMT process in the epicardium of adult tissue, as this
could lead to novel routes for cardiac recovery following injury, for
example, through the promotion of transition into cell types that sup-
port reparative processes (e.g., vessel formation) over pathological pro-
cesses (e.g., fibrosis).

In this review, we will describe the EMT processes that are rele-
vant from a clinical point of view, with a specific focus on the heart,
and review bioengineering strategies that have been used for control-
ling and studying EMT. Finally, we will discuss new methods for
measuring EMT and discuss future directions to enhance EMT
control.

Il. CELLULAR PROCESSES INVOLVED IN EMT

The transdifferentiation of polarized epithelial cells into motile
mesenchymal cells facilitates the generation of new tissues during
embryogenesis and organ development.”**” It has also been reported
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in cancer development and metastasis as one of the earliest events in
tumor progression.”””" Cells undertaking EMT must undergo several
changes that allow them to transform from the epithelial phenotype
to the mesenchymal phenotype and become migratory, shown in
Fig. 1. Upon initiation of EMT, repression of the transcription of
adhesion proteins takes place and epithelial cell-cell junctions that
are essential for epithelial integrity are deconstructed.”” Thus, the
dissolution of intercellular adhesion junctions, specifically tight junc-
tions (TJ), adherens junctions (AJ), desmosomes at lateral surfaces,
and scattered gap junctions at lateral surfaces, occurs.”””” The loss of
E-cadherin, which is a calcium-dependent transmembrane glycopro-
tein that plays a main role in cell-cell adhesion and participates in
intracellular signaling pathways, is a critical event in EMT. Notably,
the presence of E-cadherin at the cell surface is distinct from that in
the cytoplasm, and reorganization to the cytoplasm resulting from
post-translational mechanisms has been associated with progression
along EMT.”"”” Reversibility is a key feature of EMT and is a result
of the ability for cell adhesion proteins to recycle in and out of
junctions.”

Another main cellular change that occurs in EMT is the loss of
apical-basal polarity, which occurs through signaling that disrupts
polarity along with T7J disassembly, followed by transcriptional repres-
sion of polarity molecules.”” As cells lose their polarity, further rear-
rangements in the cytoskeleton occur. Downregulation of epithelial
markers can be observed, and upregulation of mesenchymal proteins
occurs.” Additionally, extracellular matrix remodeling enzymes,
matrix metalloproteases, are expressed which enables the breakdown
of the basement membrane.”” Finally, cell invasion and migration can
begin to take place. The cells resulting from EMT are motile and have
increased cell contractility, cell protrusions, and actin stress fiber for-
mation.”® Smooth muscle actin (SMA) expression is often a marker of
the final stages of EMT.

A - : Epithelilal cell sheet
;.E el :im %Intercellular adhesion
structures
-—

Basement membrane

| Loss of adhesion proteins
S Loss of poliarity and
cytoskeletal rearrangment
- Dissolution of basement

* membrane

lll. SIGNALING PATHWAYS AND FACTORS INVOLVED
IN EMT

The molecular mechanisms and signaling pathways that control
EMT in scenarios of both organ development and disease are the
same, including the master transcription factors Snail, Slug, Twist, and
zinc finger E-box-binding homeobox (ZEB) family.” Their expression
is activated early in EMT and controlled by well-known signaling
pathways such as mitogen-activated protein kinase (MAPK)/extracel-
lular signal-regulated kinase (ERK), signal transducer and activator of
transcription (STAT), phosphatidylinositol-3-kinase (PI3K), and
GLL**®" E-cadherin is the major component of epithelial junctions,
and its repression is mainly mediated by SNAIL, SLUG, TWIST, and
ZEB.”” Tt is important to note that other signaling pathways (i.e.,
Notch through the E47 protein) could also negatively regulate
E-cadherin expression”” and contribute to EMT. Similarly, new pro-
gress is being made in the activators of the signaling pathways involved
in EMT. For instance, there is a large body of evidence indicating that
(TGF-p) (and associated Smad proteins) are the most potent inducers
of the transcriptional repressors of E-cadherin.”* " More recently,
SETD1B was identified as a new ZEB1 target in vitro and in vivo with
implications in EMT during colorectal cancer,” confirming the com-
plexity of the EMT process and the need to further explore EMT in
order to fully understand the mechanisms involved. The downregula-
tion of E-cadherin is paralleled to the upregulation of N-cadherin, the
other major consequence of the transcriptional machinery triggered
during EMT. The loss of epithelial E-cadherin and the gain of mesen-
chymal N-cadherin expression, known as the cadherin switch,”’ is a
major hallmark of EMT since the gain of N-cadherin expression pro-
vokes cytoskeletal changes that increase cell migration, motility and
invasion.”"”

Scoping down, there is increasing evidence of the role that
mechanical forces and interactions play in initiating these described

mesenchymal

FIG. 1. Cellular changes in EMT. (a) An epithelial cell sheet undergoes EMT. Loss of adhesion proteins, dissolution of the basement membrane, and changes in protein expres-
sion and cell structure all take place, facilitating the progression from epithelial cell type to mesenchymal cell type. Figure created with BioRender.com. (b) and (c) EMT in
epicardium-derived cells showing epithelial morphology (left) and mesenchymal morphology (right). Images include bright-field (b) and immunofluorescence (c) with f5-catenin stain
shown in green and Hoechst 33342 stain of nuclei shown in blue.”® Reprinted with permission from van Tuyn et al., Stem Cells 25, 271 (2007). Copyright 2007 AlphaMed Press

and John Wiley and Sons.
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EMT signaling pathways. For instance, it has been reported that an
increasing matrix stiffness promotes EMT through the promotion of
the nuclear translocation of TWIST1 from its cytoplasmic binding
partner G3BP2.”" A study of oral squamous cell carcinoma (OSCC)
showed that, after being exposed to a mechanically stiff niche for a
prolonged time, a less invasive OSCC line characterized by a high E-
cadherin to N-cadherin ratio increased migration speeds, suggesting
that OSCC cells are mechanically sensitive and their tumor progres-
sion is in part mediated by this sensitivity.”' The relevance of mechani-
cal forces as starting agents for EMT was also tested in different in vivo
models, such as Drosophila, showing that an important driving force
in EMT on epithelial morphogenesis occurs at the initiation of the
EMT process in which cells produce an apico-basal force orthogonal
to the surface of the epithelium.”” In fact, such apico-basal force is
directly connected to the ECM - basal lamina.”* The ability of ECM to
trigger the mechanotransduction was clearly demonstrated as when
ECM laminin specific integrin receptors 341 and o634 are deleted,
EMT activation was decreased by downregulation of EMT-linked focal
adhesion kinase (FAK), Racl, MAPK, and c-Jun NH2-terminal kinase
pathways.”” In correlation to this, other studies of alveolar epithe-
lium™ and hepatocellular carcinoma’ showed a synergistic effect
between «3f1 and TGF-f1, resulting in an increase in EMT mainly
due to a upregulation of SMAD, SNAIL, and SLUG pathways.
Collagen IV, other ECM component, can also affect EMT by inducing
epithelial repressors SNAIL and SLUG in a process mediated by FAK/
ERK signaling and NFxB activation.”

REVIEW scitation.org/journal/apb

In terms of the heart, during development, epicardial cells
undergo EMT and constitute a source of multipotent progenitors for
cardiac lineages’””® (Fig. 2). Although traditional transcription factors
(SNAIL, SLUG, and TWIST'®””) and growth factors (TGF-$*) are
involved in epicardial EMT, in the cardiac environment, the transcrip-
tional regulator Wilm’s Tumor Gene 1 (Wt1) and the Hippo®' signal-
ing mediators YAP and TAZ have also been reported to be the critical
factors that control epicardium EMT (Fig. 2). Thus, Wt1 is essential
during embryonic stem cell differentiation, directly inducing SNAIL,
inhibiting E-cadherin expression and upregulating retinoic acid (RA),
which is crucial for cardiac patterning and morphogenesis.”*’
Moreover, canonical Wnt/f-catenin signaling pathway is known to
contribute to embryonic development,” and physical or genetic abla-
tion of Wtl leads to defects in coronary vessel formation and impaired
cardiomyocyte proliferation.”” On the other hand, inhibition of
HIPPO signaling mediators YAP and TAZ during development lead
to impaired epicardial EMT and reduced epicardial cell proliferation
and differentiation into coronary endothelial cells.””* The regulation
of the activity of the HIPPO effectors YAP/TAZ is controlled by modi-
fications of the composition and mechanics of the ECM, mainly
through focal adhesions. Positive feedback between focal adhesions
and integrins, the cytoskeleton, and the nucleus promote the expres-
sion and translocation of EMT and YAP/TAZ transcription factors to
the nucleus.”” Other transcription factors that are relevant in cardiac
EMT are: Tcf21,” which is regulated by Wt1 and for which knock-out
models showed downregulation of SNAIL and ZEB;* Tbx18, which is

Cardiac EMT process Heart development Adult heart (disease triggered)
Mechanotransduction
A [}
& N
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...... edin @ ol o o o o/ oo/ 0oj0o|e|@
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£ % MAPK/ERK Retinoic acid Epicardial cell K Epicardial cell
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FIG. 2. Endothelial-to-mesenchymal transition in the heart. The left panel represents the main activators (in green), signaling pathways (in blue) and transcription factors (in
purple) that control the EMT process in the heart. The middle panel is a schematic of the EMT during development, and how it contributes to the generation of other cardiac
cells types in the heart (brackets represent a minor population). The right panel shows cardiac EMT in adult hearts. In adults, EMT is triggered after cardiac diseases such as
acute myocardial infarction. After suffering from myocardial infarction, epicardial cell undergo EMT. However, epicardial cells are in a different state compared to development
(blue vs yellow colors). Although EMT is a normal process in the neonatal heart (indicated by thick arrow), it is not as efficient and common in the adult. Moreover, adult EMT
mainly give rise to fibroblasts, whereas the other potential cell products are scarce. T4: thymosin /4. BMP: bone morphogenetic proteins. TGF: tumor growth factor f.
TRKa: tyrosine kinase receptor activators. NOTCHa: NOTCH signaling pathway activators. IL-6: interleukin 6. Wt1: Wilms’ tumor suppressor gene1 protein. STE20a: sterile

20-like protein kinase activators. Figure created with BioRender.com.
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important during heart developmental EMT;"’ and serum response

factor (SRF)/myocardin-related transcription factor tandem, which is
essential for cell motility and contractility during developmental
EMT.‘)I,‘)Z

Interestingly, the epicardium becomes dormant after birth.
However, cardiac injury later in adult life reactivates developmental
gene programs that stimulate EMT in the epicardium.” In particular,
the Wntl/f-catenin pathway has been reported to be activated after
acute MI and to trigger epicardial EMT that derives in fibroblasts for-
mation.”* Formation of other cardiac cells such as smooth muscle cells
and coronary vascular cells have been also reported” (Fig. 2). Using
MI models in adult mice, genetic knock-out of epicardial YAP/TAZ—
which causes EMT inhibition—led to persistent inflammation, wide-
spread fibrosis, heart failure and death.”® Therefore, it is widely
assumed that EMT in the adult heart is needed for better outcomes
after MI. However, the human adult epicardium responds poorly to
EMT when compared to the more active fetal epicardium under the
same EMT-activation stimuli. In this sense, human epicardial cells
from fetal and adult hearts were collected and stimulated in vitro with
TGEF-f. Polymerase chain reaction array analysis showed that unsti-
mulated fetal epicardial cells clustered together with TGF-f stimulated
fetal cells, whereas unstimulated adult cells clustered far away from
TGF-p stimulated adult cells.”® This suggests that fetal and adult epi-
cardial cells are in different states of activation, where fetal epicardial
cells are closer to a mesenchymal state and therefore likely much more
prone to undergo a reparative EMT process. In any case, adult epicar-
dial cells treated with TGF-f§ are in an intermediate state between
non-stimulated adult epicardial cells and highly reactive TGE-f-stimu-
lated fetal cells, indicating that EMT induction in adult epicardium is a
possibility. The question remains why adult epicardial cells have par-
tially lost this activation potential, and if it could be fully re-established
to assist the repair of the heart after MI as well as improvement of cell-
based therapies.

IV. BIOENGINEERING STRATEGIES TO CONTROL EMT

Various approaches have been used to induce or block EMT pro-
cesses both to study it at a cellular and mechanistic level, but also to
mimic the processes that can lead to organ development or possibly
regeneration. In this section, we describe the methods and platforms
that have been employed to recapitulate or control the EMT process.
These bioengineering strategies can be broken down into approaches
that involve biological agents, incorporate biochemical components
and biomaterials, or introduce physical features and factors to control
the EMT process.

A. Biological approaches

A common approach to control EMT in cells is to provide the
growth factors or cytokines involved in inducing or blocking the pro-
cess in an in vitro setting. Since EMT is a normal process for many
cells during development, and protocols for differentiation of stem
cells and progenitor cells into specific cell types are typically modeled
off the developmental process, this is a widely used tool in stem cell
differentiation.”* While the first study to culture primary epicardial
cells from human adults demonstrated that they can spontaneously
undergo EMT in vitro,”® enhanced control over the process and the
possibility of generating desired cell fates can be achieved by supple-
menting with key factors in a soluble form and along precise temporal
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scales. Indeed, it is understood that growth factor pathways are
responsible for the cellular transformations during EMT.

Witty et al. established the formation of epicardial cells from
human pluripotent stem cells through activation of the BMP and Wnt
signaling pathways.”” Subsequently, they demonstrated that the hESC-
derived epicardial cells could then undergo EMT and give rise to cells
with characteristics of smooth muscle cells and fibroblasts. The treat-
ment regimen to induce EMT involved exposure to TGF-f1 and basic
fibroblast growth factor (bFGF), with cells specifying toward a smooth
muscle-like fate with TGF-f§ and a fibroblast-like fate with bFGF. This
ability to control the EMT process could provide a source of cells for
cardiac tissue engineering, as well as potential routes for therapy for
heart failure, and indicates that controlling the EMT progress through
the use of growth factors is an effective approach.

The most powerful known inducer of EMT is TGF-f. The
TGF-f superfamily is involved in a signaling network that regulates
EMT and EndMT,”*” and it consists of a group of ligands that
includes TGFfs, bone morphogenetic proteins (BMPs), activins,
inhibins, and growth and differentiation factors.”*”? Isoforms that
activate signaling in EMT and EndMT include TGF-f1, 2, and 3,
and BMP2 through BMP7, although they are associated differently
with various EMT processes in development and disease and in vari-
ous tissues,”” including the heart.”® Ligands of the TGF-f superfam-
ily bind to a heterotetrameric receptor complex.” The TGEF-f
receptor complex transduces a signal through phosphorylation of
SMAD transcription factors, which then bind to promoters of EMT
and EndMT inducing genes in the nucleus, including the key tran-
scription factor families SNAIL, TWIST, and ZEB.>#77%8 TGF-f also
regulates EMT and EndMT though non-SMAD signaling pathways.
Of note as it relates to bioengineering control, is that TGF-f# mecha-
nisms involve mechanosensing. TGF-f bound in the ECM as a latent
complex can be activated in response to integrin binding and tensile
force exerted by integrins.”

Other molecules involved in control of EMT through various
overlapping signaling pathways include FGF, insulin-like growth fac-
tor (IGF), platelet-derived growth factor (PDGF), and hepatocyte
growth factor (HGF).”

Another important factor that has also been shown to induce
EMT is the molecule thymosin f4 factor (Tf4). Tf4 is a 43-amino-
acid peptide expressed in the developing heart'”” and is highly con-
served in most species.'’' It is a pleiotropic protein, with its main func-
tion being sequestration of G-actin monomers. Additionally, T4 is an
angiogenic factor, a chemoattractant, and a cardioprotective biomole-
cule. Tf4 can be found everywhere in the nuclei and cytosol of tissue
and circulating cells except red blood cells."”"'"* Importantly, it was
shown that Tf34 plays an essential role in the key stages of cardiac ves-
sel development (vasculogenesis, angiogenesis, and arteriogenesis), to
promote survival of cardiomyocytes, and to stimulate migration of car-
diomyocytes and endothelial cells.'”” During development, Tf4 is
expressed by the myocardium and acts in paracrine signaling for
epicardium-derived cells to migrate and differentiate into coronary
vascular smooth muscle cells.”’ In the heart of zebrafish, Tf4 was
shown to increase EMT in cardiac valve formation.'"”> When Tp4 is
overexpressed in colon carcinoma cells, EMT occurs with downregula-
tion of E-cadherin by ZEB1-mediation transcriptional repression and
an accumulation of fS-catenin, mediated by integrin-linked kinase
(ILK) and Akt."”" Indeed, Tf4 prompts cell migration and invasion
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through positive regulation of the ILK/Akt/f-catenin/integrin signal-
ing cascade in human colorectal cancer cells."”” T4 has demonstrated
to have an inducing effect on EMT in other cancerous cells as well,
such as OSCC,'”® melanoma,'”” urothelial carcinoma,'” and hepato-
blastoma metastasis."’

Many studies investigating the influence of growth factors often
introduce them into a system globally in soluble form. However, the
precise location and gradient over time of these factors are critically
important. In fact, in vivo, these factors are regulated in a precise spa-
tiotemporal manner, such that only certain cells undergo EMT. This
approach of achieving spatiotemporal control of growth factor presen-
tation was shown in an in vitro approach using a microfluidic chip
with a hydrodynamic flow-focusing design to create localized morpho-
gen and growth factor concentrations.''’ Local treatment of HGF and
TGF-f1 induced EMT in Madin-Darby Canine Kidney II cells
(MDCK 1I cells), observed by the accumulation in cytoplasmic E-
cadherin (or reorganization of E-cadherin—to cytoplasm), reduction
in ZO-1, and/or lack of acetylated-o-tubulin in cells in a targeted area
[Figs. 3(a) and 3(b)].11° Similarly, surface patterning through the
arrangement of TGF-f receptor (TR)-binding peptides could control
TGEF-f signaling and cell fate. This was demonstrated by the fact that
the EMT processes of various cell types were enhanced after TGF-f
pathway activation in response to interaction with peptide ligands that
were conjugated as self-assembled monolayers where the cells were
cultured'"" [Figs. 3(c) and 3(d)].

Another biological approach to control EMT processes is the use
of non-coding RNA.""” MicroRNAs (miRNAs) are small non-coding
RNAs that bind messenger RNA and achieve posttranscriptional regu-
lation of cellular processes. Numerous miRNAs have been found to
regulate the expression of EMT transcription factors described in Sec.
111 such as SNAIL, ZEB, and TWIST."'*'"* For example, the miR-200
family is well-known for their involvement in EMT and has been
investigated thoroughly."'>'"* These miRNAs play a significant role in
regulation of ZEB transcription factors and have been shown to pre-
vent EMT and maintain the epithelial phenotype.''”''® Additional
examples relevant to the heart include miR-21 and miR-31, which
have been shown to modulate cardiac fibrogenic EMT.''™'*’
Moreover, let-7, one of the earliest discovered miRNAs, is associated
with cardiovascular diseases and the inhibition of let-7 through
antimiR administration following MI demonstrated an increase in
EMT and epicardial cells in the border zone, and improved cardiac
function due to positive remodeling,'*'

Exosomes, which are multivesicular bodies that can transport
bioactive molecules such as proteins and miRNAs, have also been
investigated in terms of how they can influence EMT processes.
Injury, such as an MI, can cause the release of exosomes, enabling
paracrine signals to be sent between cells. In this sense, it has been
demonstrated that the pericardial fluid (PF) from MI patients induced
epicardial EMT, which may have been a result of the glycoprotein
clusterin, which was present in PF-exosomes from MI patients.'*”
Clusterin has been shown to be a mediator for TGF-f-induced
EMT'**'** and treatment with clusterin in murine MI models resulted
in improved myocardial function.'”” However, clusterin has also been
shown to be associated with negative left ventricular remodeling after
ML'*" and its full potential remains unclear.

Interestingly, stem cell delivery can also be used to enhance
EMT. Since bone marrow reconstitution with young mouse stem cell
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antigen 1" (Sca-14) bone marrow cells was found to improve cardiac
regeneration after MI,'*° further work was conducted to investigate
whether this impact was related to EMT processes.”” In vitro, bone
marrow Sca-17 or Sca-1~ cells were co-cultured with epicardial-
derived cells and in vivo, Sca-1"* or Sca-1~ cells from young mice were
used to reconstitute aged mice. Results demonstrated that Sca-1+ cells
promoted the EMT process of epicardial cells, that more young bone
marrow Sca-14+ cells homed to the epicardium and resulted in
increased host epicardium-derived cell EMT, and that TGE-f1 was a
key modulator of the EMT reactivation [Fig. 3(e)]. This presents an
interesting approach to reactivating the program in epicardial cells
that may lead to repair.

B. Biomaterial and biochemical approaches

Biomimetic biomaterials have been widely used in tissue engi-
neering for replication of diverse types of both normal and diseased
tissues. Thus, by engineering materials that promote native develop-
mental biology cues and signaling, the degree and duration of the
EMT event could be controlled. Similar to the way interactions
between material surfaces and stem cells have been shown to control
stem cell fate,"”” approaches involving material surface chemistry can
be used for EMT since the process involves loss of cell adhesion as cells
becoming more migratory. For example, using a heterogeneous pros-
tate cancer cell line, OPCT-1, which typically contains epithelial and
mesenchymal cell subpopulations, enrichment of the epithelial pheno-
type was enabled through use of an amino-functionalized material
(SiH-3AP)."** Furthermore, differences in adhesion of the subpopula-
tions of the OPCT-1 cells to a fluoroalkylsilica culture surface indi-
cated that the status of EMT or cell differentiation governs the
adhesive capabilities of these cells.'”’

Another biomaterial approach involved investigating how EMT
of hepatic cells was impacted by 3D culture systems compared to 2D
culture systems with the difference relating to the composition of the
scaffolds. Biomaterial-engineered EMT was achieved by culturing
HepaRG in stretched 3D systems (ST-3D) using adherent scaffolds,
spheroid 3D systems (SP-3D) using non-adherent scaffolds, and also
compared to traditional 2D systems.'*’ Constrained EMT occurred in
the spheroid 3D system, which corresponded to improved hepatic
functions, and histone deacetylases was found to be a key factor in the
EMT status'* [Figs. 4(a) and 4(b)].

The effect of material chemical compositions on the EMT process
in cells has also been investigated. For example, reduced graphene
oxide was shown to trigger EMT activation, having implications in
terms of toxicity leading to pulmonary fibrosis,"”' and the incorpora-
tion of silicate-based bioceramic particles into a nanofibrous compos-
ite scaffold for wound healing demonstrated evidence of activation of
the EMT and EndMT signal pathways, and resulted in improved heal-
ing.”” Understanding the effect of specific material and chemical
properties on EMT is important for understanding biological phe-
nomena such as disease progression, but also can be highly useful for
the design of engineered systems where control of EMT is desired.

Biomaterial scaffolds comprised of biologically derived ECM rep-
resent a promising approach in tissue engineering due to their chemi-
cally and mechanically relevant composition and structure. Studies
that used biologically derived ECM as scaffolds have indicated that
they can impact the EMT process. Decellularized human breast cancer
scaffolds promoted EMT in the seeded MCF-7 cells, revealing that the
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ECM properties play a role in this process. ”~ Similarly, human liver
cancer HepG2 cells grown on decellularized scaffolds of cirrhotic
ECM showed an upregulation of EMT related genes and TGF-J sig-
naling as compared to healthy ECM. ™" In these cases, engineered scaf-
folds generated from diseased tissue possessed properties that induce
EMT. Elements of the native ECM such as the physical structure (e.g.,
topographical or mechanical properties) and/or its biological and
chemical cues could be important for EMT regulation and further
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investigation into the independent impact of these properties for vari-
ous tissue sources will continue to provide insight into additional tools
to control EMT for bioengineering approaches.

Hyaluronic acid (HA), an ECM component and a commonly
used biomaterial, has been shown to play an important role in EMT.
HA was shown to take part in the induction of EMT in lung and breast
cancer cells through TGF-f1 or epidermal growth factor treatment.

A study on zebrafish demonstrated that HA and hyaluronan-mediated
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motility receptor'*® expression increased following cardiac injury and
that HA could function with PDGF to promote epicardial EMT.'*
Cardiac regeneration, which typically results from epicardial cells
undergoing EMT and migrating into the site of injury, was blocked
with chemical suppression of HA production and knockdown of
Hmmr. In other work, TGF-f2 activation was linked to HA produc-
tion and led to induction of EMT."*” Additionally, scaffolds composed
of chitosan-hyaluronic acid showed increased expression of EMT-
related genes compared to the control scaffolds."” Indeed, HA signals
may be a useful tool in altering EMT.

The use of instructive biomaterials that modify cellular adhesion
may be a promising direction going forward for control of EMT.
Transmembrane adhesion proteins are important for cell adhesion, with
integrin involved in cell adhesion to the ECM, and cadherin involved in
cell-cell adhesion. Designing biomaterials that incorporate or interact
with these cell adhesion elements could then modulate cell behavior.
For example, E-cadherin mimetic peptides immobilized on a gold sur-
face demonstrated enhanced cell adhesion to the material surface and
weakened cell-cell contacts.'” Similarly, material modification to
achieve control over integrin function has also been explored."* In one
such study, cell-adhesive gold nanodots functionalized with arginine-
glycine-aspartate peptides were used to pattern a surface, and their
placement affected integrin clustering which impacts cell attachment
and spreading.'*' In addition, presentation or activation of growth fac-
tors via patterned biomaterials is another elegant approach to achieve
control over the EMT process. An example of this is the work men-
tioned in Sec. IV A that demonstrated a patterned surface of peptide
ligands able to bind to TGF-f receptors, activating TGF-f signaling and
inducing EMT.""" Modifications of biomaterials with additional biologi-
cal elements can achieve precise control over the microenvironment.

In terms of the in vivo microenvironments contribution to induc-
ing EMT, not many studies have investigated this directly and inde-
pendently. However, Bao et al developed a cell differentiation
protocol to achieve long-term self-renewing human epicardial cells
and demonstrated that EMT and invasion of the myocardium took
place in vivo. This was observed using cardiac-fibroblast-derived extra-
cellular matrix patches seeded with hPSC-derived epicardial cells on
the surface of mouse hearts."*”

Finally, control over biochemical conditions such as oxygen con-
centrations has also been shown to impact EMT processes. EMT was
promoted in mouse Tbx18-positive epicardial cells which differenti-
ated into coronary vascular smooth muscle cells as a result of hypoxia,
through hypoxia inducible factor-lalpha (HIF-lalpha)-mediated
effects on Snail."** The authors also showed that hypoxia led to prema-
ture differentiation of epicardial cells to coronary vascular smooth
muscle cells and induced Snail expression in vivo. Likewise, other
work with mouse cells demonstrated that hypoxia stimulated EMT
and differentiation of epicardial cells into vascular smooth muscle cells
in a manner involving the TGE-f pathway.'**

C. Physical approaches

While cell fate can be controlled by bioactive and chemical com-
ponents, it is known that the physical properties of the materials can
control their fate as well. Factors related to the ECM in which the cells
live such as topology, alignment, and mechanical properties can
impact cell behavior.'”’ Indeed, the niche environment is a well
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understood concept for stem cell differentiation, "

relevant to the process of EMT as well.

The 3D microenvironment plays a significant role in cell pro-
cesses and various physical properties, such as alignment and topogra-
phy, are involved. It has been found that alignment in electrospun
poly(e-caprolactone) fibrous scaffolds altered the morphology and
gene expression of breast cancer cells, indicating that these physical
cues may induce EMT."*” Another physical approach to control EMT
involved modifying the topography of the microenvironment. Again
using breast cancer cells, engineered systems with tantalum oxide
nanodots ranging from 10 to 200 nm showed induction of EMT in the
100 and 200 nm nanochips, as demonstrated by cell morphology and
expression of EMT related proteins, transcription factors and gene
expression’ [Figs. 4(c) and 4(d)].

Dimensionality and mechanical stiffness of the microenviron-
ment may also impact EMT. CD44 is a membrane receptor for major
ECM component HA, and its spliced isoforms control cell behaviors
such as survival, growth and motility."*’ As a result of culture within
3D hydrogels, gastric cancer cells exhibited variations in CD44 isoform
expression, which was dependent on hydrogel matrix mechanical
properties and corresponded with an upregulation in genes involved
in EMT.'*’ However, a study that investigated the impact of gels com-
posed of collagen and methacryaled HA (Coll-MeHA) with controlled
mechanical properties demonstrated that there was enhanced EMT on
the Coll-MeHA gels but that gel stiffness did not directly affect
EMT."" Furthermore, relating back to growth factor control over
EMT, stiffness can also impact their effects. Work on the relationship
between stiffness and EMT found that stiff fibronectin substrates
induced EMT in alveolar epithelial cells, driven by increased cell con-
traction and integrin-mediated TGF-f8 activation.'”’ This can be
related to the increased stiffness of fibrotic tissue for which EMT is a
hallmark response. Substrate stiffness was found to have an effect on
TGF-f1-induced cell function, with cells undergoing apoptosis or
EMT depending on matrix rigidity."”> Epithelial cells treated with
TGF-f1 responded based on matrix rigidity and a P13K/Akt-mediated
switch was demonstrated. In addition, since latent TGF-f1 can be
released from the ECM via tension,"”” and in fact, mechanical pre-
loading of the ECM can affect this latent TGF-f1 activation, ™ there
could be further implications in terms of TGF-f1 bioavailability
through stiffness control.

V. CONTROL OF EMT FOR CARDIAC TISSUE
ENGINEERING APPROACHES

Modulation of EMT represents a highly valuable target in cardiac
tissue engineering, as EMT could be harnessed for generating mesen-
chymal cells (MCs)'> with reparative potential.” Thus, although
EMT type 2 and 3 are generally associated with several cardiovascu-
lar pathological processes such as cardiac fibrosis or heart valve dis-
ease in adult mammals,”” we cannot ignore the ability of EMT type
1 to generate MCs that contribute to coronary vessel formation'*°
or positive valve remodeling'”’ during organ development.
Therefore, EMT has the potential to contribute to ECM remodeling
in a truly biomimetic fashion,"”® ultimately determining the fate of
cardiac muscle physiology. The question now is how to control and
tune EMT in order to redirect adult EMT toward a reparative end
and to produce the specific cardiac cell types needed for heart tissue
repair.

and this concept is
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The production of smooth muscle cells and fibroblasts by epicar-
dial cells that undergo EMT in the adult heart has been taken advan-
tage of as an experimental approach to improve heart repair following
ML As previously reviewed in Sec. I'V, EMT can be induced in epicar-
dial cells by a variety of growth factors, each one offering different out-
comes. For instance, TGF-f/1 enhances differentiation into smooth
muscle cells,'”’ assisting the formation of blood vessels; basic FGF
leads to fibroblasts formation,” a process that is mainly associated
with ECM remodeling; and T$4 appears to have a more broad action,
with reports of inducing differentiation into fibroblasts, smooth mus-
cle, and endothelial cells.”” From a cardiac healing perspective, EMT’s
main contribution to cardiac repair is in promoting neovasculariza-
tion, which has been demonstrated in zebrafish'®” and mouse'®' mod-
els. Based on this premise, TGF-f1 and Tf}4, as well as any other
growth factors able to induce EMT and promote angiogenesis such as
FGF or HGF,'** may be candidates for inducing EMT and improving
cardiac repair after infarction as well as the integration of cardiac
patches. Very interestingly, zebrafish work showed that FGF-mediated
EMT induction can result in increased neovascularization, ®° although
growth factors from the FGF family are generally related to cardiac
fibrosis.'“>'*" In this regard, FGF17b isoform is increased in regenerat-
ing myocardium, along with FGF receptors 2 and 4'” and it is associ-
ated with angiogenic effects. On the other hand, other FGF isoforms
like FGF21 and FGF23, and receptor FGFlc, prompt coronary artery
disease and cardiac fibrosis.'*”'®” This indicates that inducing EMT is
a challenging pathway to control, where slight modifications mean the
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difference between improving cardiac repair and worsening heart
attack outcomes.

Another relevant example is the use of TGF-f1 for cardiac tissue
repair. TGF-f1 role in heart development is well described, where it is
the main mediator of the EMT process needed to generate cardiac cells
to populate the developing heart,” but in aged mammals TGF-f1
mediated endothelial to mesenchymal transition is responsible of neg-
ative vein graft remodeling,28 cardiac fibrosis'**'®” [Figs. 5(a)-5(e)], as
well as tumor development and progression via EMT.'®"
Consequently, FGF and TGF-f growth factors, despite being potent
EMT enhancers, are not considered for experimental treatments for
MI due to the serious side effects they may trigger.

A more recent research trend for inducing EMT for cardiac
repair after MI is through the use of Tf34. So far, T34 proved to be effi-
cient in small animal models by enhancing myocyte survival and
improving neovascularization in the infarcted tissue,'”” as well as
improving cardiac function after MI'*"""" [Figs. 5(g)-5(i)]. Tp4 has
also been reported to trigger epicardium-derived progenitor cell differ-
entiation,"”" that could help in restoring normal heart cell composition
and function. Unfortunately, T4 administration did not result in any
cardioprotective effect in pig models of ischemia/reperfusion injury.’
Although in both small and large animal models intravenous T/4
administration was used, mice received the growth factor for 7 days
prior to the induction of MI. On the other hand, pigs only received
30 min intravenous Tf34 infusion before MI, and another 30 minutes
Tp4 infusion 6h after surgery. Differences in dosage (i.e., lower in
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FIG. 5. Different outcomes of EMT in the adult mouse hearts. (a) TGF-/31 expression was detected by immunofluorescence (green, arrows) in fibrotic heart sections of animals
after Ml induction. (b) TGF-f1 expression was not detected by immunofluorescence in non-fibrotic heart sections from animals with Ml and sham surgery. Scale bars: 20 um.
(c) Representative areas of Masson trichrome-stained banded hearts from a wild-type mouse. (d) Representative areas of Masson trichrome-stained banded hearts from a
SMAD3=+ mouse (TGF-/31 pathway blocked). Scale bars: 200 um. (e) Morphometric analysis of cardiac fibrosis from wild-type | and SMAD3+ animals indicating blockage of

TGF-f31 pathway results in less fibrosis of the cardiac tissue.'*®

Adapted by permission from Zeisberg et al., Nat. Med. 13, 952 (2007). Copyright 2007 Springer Nature:

Nature Publishing Group. (f) Representative echocardiographic M-mode image of the left ventricle after Ml of a control animal (MI induction, no treatment). (g) Representative
echocardiographic M-mode image of the left ventricle after Ml of a T/34 treated animal. (h) Distribution of left ventricular fractional shortening at 2 and 4 weeks after Ml in control
animals [phosphate-buffered saline (PBS)] and T34 treated animals. Bars indicate means. (i) Distribution of left ventricular ejection fraction at 2 and 4 weeks after Ml in control

animals (PBS) and T34 treated animals. Bars indicate means.'”’
Nature Publishing Group.

Adapted by permission from Bock-Marquette et al., Nature 432, 466 (2004). Copyright 2004 Springer Nature:
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pigs) may be the reason because of which T /34 treatment failed in large
animal models. Special attention must be put on the escalation toward
more relevant animal models that resemble human physiology, as dif-
ferent dosage protocols (total amount of growth factor administered,
time of administration and route of administration) determine the
success or failure of the treatment. Altogether, this evidence highlights
the importance of better understanding EMT in the adult heart, since
if modulated and fostered properly, it holds the potential to repopulate
the infarcted cardiac tissue and restore organ homeostasis. EMT could
also improve the effectiveness of cardiac cell therapies and integration
of cardiac patches by modifying the epicardial barrier between the
implanted patch and the myocardium.

Recapitulation of in vivo environments in vitro has improved
greatly with the advance of organ-on-a-chip technology.”” In terms of
cardiac tissue engineering and regeneration, the ability to investigate
the modulation of processes like EMT in an in vitro system that can
more adequately convey the biological, chemical and physical properties
involved in vivo, would be highly beneficial for elucidating favorable
methods of EMT control, thus leading to potential regenerative thera-
pies. The development of a platform that enables direct and indepen-
dent modulation of variables to control EMT in the relevant cell types
constructed to recapitulate more mature tissue could provide important
information for tissue engineering approaches going forward.

VI. NOVEL TOOLS TO CHARACTERIZE EMT

Commonly used approaches to indicate progression through
EMT have involved investigating cell morphology, cell migration, and
the presence of epithelial and mesenchymal markers at the molecular
signaling and/or transcription levels. Common markers of the epithe-
lial state include E-cadherin and ZO-1 at the cell surface, while mesen-
chymal markers include SNAIL, SLUG, Vimentin and «-SMA.
Furthermore, the quantitative analysis of the up- and downregulated
transcription factors and expressed proteins previously discussed are
used to indicate progression through EMT.

However, recently, to more accurately characterize this cellular
process, markers associated with EMT can be used to generate specific
EMT signatures. This has been completed for numerous cancerous
cell lines and tissue.'”” " In some cases, the ability to assess progres-
sion through EMT can be used to help decide therapeutic options, for
example, in the case of non-small cell lung carcinoma (NSCLC)."”*
EMT gene expression signatures were developed for NSCLC cell lines
in order to assess tumor EMT status and its association with drug
response. Using microarray platforms and high-throughput functional
proteomic profiling, genes with mRNA expression levels either posi-
tively or negatively correlated with at least one of four EMT markers
(i.e., E-cadherin, vimentin, N-cadherin and/or fibronectin 1) and
bimodal distribution patterns were used to generate a 76-gene EMT
signature indicating whether a NSCLC cell line had undergone EMT.
Furthermore, differences in drug response between the epithelial and
mesenchymal cancers were shown.

Similar to lung carcinoma,'”” other specific sets of genes that
define EMT and cellular states have been reported for other cancer dis-
orders such as neck squamous cell carcinoma,'”® endometrial can-
cer,'”” ovarian cancer,' and bladder cancer.'®" All these studies and
others led to the creation of the first gene resource database for explor-
ing EMT-related human genes in cancer in 2015."” The efficacy of
EMT gene signatures has been proven to be precise and applicable in
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clinics, as demonstrated in a recent study showing that the prognosis
of head and neck squamous cell carcinoma (HNSCC) can be predicted
when the identification of cancer EMT gene signature is detected.'”®
Comparing NSCLC-EMT and HNSCC-EMT gene signatures, four
top candidates arise: E-cadherin, vimentin, N-cadherin and fibronectin
1. Specifically, E-cadherin expression was reduced during EMT,
whereas vimentin, N-cadherin and fibronectin 1 were upregulated.
Although this EMT gene signature (including genes derived from and
related to the aforementioned top four genes) has not been applied to
other tumors, it appears that it could be conserved among different
disorders, potentially including cardiac EMT processes.

Control of cellular behavior depends on interactions in complex
regulatory networks, including gene regulatory networks (GRNs) and
interaction networks in biomolecules.** Building on methods to
reconstruct GRNs, an ensemble-based network aggregation (ENA)
approach was developed, which can incorporate networks obtained
through different methods and datasets and improve accuracy.'** As a
sample, this approach was applied to the NSCLC dataset associated
with EMT to build a gene regulatory network and three major nodes
were identified as hub genes, indicating potential drug targets.'”* In
terms of the heart, mass spectrometry and bioinformatics were inte-
grated to generate a regulatory network to predict signal transduction
nodes within the epicardium and myocardium, identifying the NF-xB
node to be essential for cardiac EMT."’

Another approach that is gaining attention by the scientific com-
munity to better characterize and monitor EMT is the use of reporter
lines that label epicardial and/or mesenchymal cells, ideally along with
their progenies. Currently, several reporter cell lines that fluorescent
label E-cadherin or vimentin (markers for epicardial and mesenchy-
mal cells, respectively) have been developed and are currently available
for purchase. These include human cell lines A549 vimentin red fluo-
rescent protein (epithelial cell line), HCT116 vimentin RFP (colorectal
cancer), BT-474 E-cadherin EmGFP (breast cancer), and MCF10A E-
cadherin EmGFP (breast epithelial cells). These in vitro systems are a
great tool for understanding the basic mechanisms underlaying EMT.
However, they do not represent the complex in vivo microenviron-
ment and tissue architecture, making them not the most accurate
models for fully addressing EMT. Using a similar approach, in vivo
reporter lines for tracking EMT generally target cells with specific epi-
cardial markers. Using Cre/Lox systems it is possible to permanently
label those cells and their progeny. One of the most commonly used
epicardial markers is Wtl. Thus, Wt1“™ based reporter lines have
been successfully used in a number of studies for reporting what cells
are derived from cardiac EMT, mainly identifying fibroblasts and
smooth muscle cells.”® Importantly, Wtl reporter line has also been
employed in MI models to determine whether EMT is induced after
MI as a defense mechanism. Today, there is evidence provided by
Wit1“ERE2I%, Rosa26™ ™™ reporter mouse model indicating that
EMT induction after MI is scarce and mainly contributes to fibroblasts
formation.'®” More sophisticated reporter lines have been developed,
as is the case of the mouse mammary tumor virus encoding the
Polyoma Virus middle T antigen, Rosa26-RFP-GFP, and Fsp1-Cre tri-
ple transgenic mouse model."*® Using this approach, it is possible to
assess the conversion of RFP epithelial cells to GFP mesenchymal cells
under the control of the Fspl promoter, a gatekeeper of EMT initia-
tion. Interestingly, using similar approaches but changing the pro-
moter to other EMT regulatory genes (i.e., WT1, Tbx18, Tcf21, Gata5,
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Sema3d, Scx, or Sema3d’*””) would allow to further study how other
regulatory pathways affect EMT and identifying new therapeutic
markers.

Generating EMT signatures, uncovering novel pathways and hub
genes involved in EMT processes, and optimizing reporter lines could
very likely indicate areas where regulation of the EMT progress may
be achieved, thus supporting bioengineering strategies to control EMT
going forward. For cardiac tissue, analysis of EMT of epicardial tissue
using these tools could provide useful information on the key path-
ways that can be targeted in therapeutic approaches to treat ML

VII. PERSPECTIVES AND FUTURE WORK

EMT is a widespread cellular process that occurs in development,
disease and regeneration. Understanding the role and mechanism of
EMT in each one of these processes provides important and distinct
lessons for bioengineers. Having a thorough understanding of EMT in
development provides information on pathways that can be mimicked
or modified to achieve stem cell differentiation, cell reprogramming,

and building tissue constructs. Gaining insight into how and why
EMT occurs in the context of disease can elucidate ways to prevent or
reverse those negative effects which can lead to disease treatment
options. Finally, by investigating the role of EMT in regeneration, its
potentially advantageous function can be harnessed in regenerative
strategies to treat damaged tissues and organs and to generate engi-
neered tissues. For regeneration as it relates to the heart, production of
fibroblasts must be controlled, whereas the creation of other EMT
derived cells such as smooth muscle cells or endothelial cells must be
enhanced. Moreover, the interaction of the epicardial layer, EMT and
immune system (especially heart resident macrophages) may be of
utmost importance for optimizing and improving cardiac tissue
repair.*”'"” The common thread in each of these cases is that to
achieve the desired outcomes, control over the EMT process must be
achieved, and this relies on the use of bioengineering strategies.

The strategies to control EMT discussed in this review include
biological, biomaterial and biochemical, and physical approaches
(Fig. 6). While biological approaches to date have made use of
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bioactive factors and cellular components to induce EMT, enhanced
spatiotemporal control over these factors could lead to better recapitu-
lation of native microenvironments such that precise cell fates can be
achieved, and more complex tissues can be generated. For this, con-
trolled delivery methods can be utilized to present the cocktails of fac-
tors to suit the specific requirement at a relevant release rates and
gradients. In terms of biomaterial and biochemical approaches to con-
trol EMT, future work should incorporate more organ-on-a-chip bio-
engineering strategies. It is well established that 3D tissue culture
systems demonstrate more physiologically relevant properties and can
provide useful information in assays compared to 2D tissue culture.”’
Therefore, to ensure the basic biological investigations of EMT are
demonstrating results that correspond to the native in vivo situations,
these investigations should be carried out in 3D systems using bioma-
terials that mimic the 3D microenvironment. Furthermore, for the
goal of building functional tissue engineered constructs, where EMT
may be utilized to mimic developmental processes, it is imperative
that the 3D microenvironment is incorporated to achieve
dimensionally relevant structures. It is also important that in these
organ-on-a-chip systems, appropriate physical properties such as
mechanical and electrical stimulation are considered and integrated, to
achieve more mature tissue. Bioengineering techniques such as surface
functionalization, instructive biomaterials, and 3D printing can also
assist in generating precisely pattered surfaces and organized cellular
constructs to support these objectives.

It is possible that with enhanced control over EMT, the process
will be increasingly relied upon and built into protocols to generate
specific cell populations. For example, recently, cardiac fibroblasts
were established from epicardial cells via EMT and used in tri-cellular
culture to generate cardiac microtissues. ** With this strategy in mind,
it may be possible that complex co-culture systems that resemble
native tissue in terms of cell populations could be developed by relying
on EMT in vitro to establish the various components of the tissue.

In the context of cardiac tissue engineering, there are opportuni-
ties going forward for enhanced control of EMT to improve the inte-
gration of tissues delivered to the damaged heart for regeneration. Cell
injection as a regenerative strategy suffers from significant cell death
and washout following delivery'*'"" as well as limited functional inte-
gration.'”"'”” Biomaterial patches and engineered tissue patches which
are delivered to the epicardial surface of the heart may circumvent the
issue of the cell death and washout, however, their integration with the
heart remains a challenge.'”> With enhanced control over the EMT
process, it may be possible that the epicardial cells present on the heart
surface can be encouraged to transform and integrate with the replace-
ment tissue. Furthermore, in either case of cell injection or cardiac
patch delivery, if EMT can be sufficiently controlled, the epithelial cells
present in the heart may be able to give rise to cardiac fibroblasts and
coronary smooth muscle cells, which could lead to improved integra-
tion with replacement cells or tissue, as well as enhanced vasculariza-
tion of the region.

VIll. SUMMARY

The process of EMT wherein epithelial cells transform into a
mesenchymal cell type is highly relevant to many biological processes
involved in both development and disease. In this review, we first dis-
cussed the cellular processes and molecular mechanisms involved in
EMT, as an understanding of the integrated networks of regulation is

REVIEW scitation.org/journal/apb

necessary in order to achieve control over the process. We reviewed
the bioengineering approaches that have been undertaken to control
EMT and described methods that employ biological agents and alter
the material, biochemical, and physical properties of cellular microen-
vironments to induce or otherwise alter the EMT process. Since EMT
occurs in diseased tissue, achieving control over the process is sought
after for the development of novel therapies. One important example
of EMT in disease is the advance of cardiac fibrosis following severe
injury in the heart, and thus, approaches that have been used to con-
trol EMT specific to cardiac tissue engineering were also described. It
is clear that going forward, advanced bioengineering strategies to con-
trol EMT will be highly useful in both tissue engineering and regenera-
tive medicine.
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