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Simple Summary: Although epithelial-to-mesenchymal transition (EMT) is a well-known cellular
process involved during normal embryogenesis and wound healing, it also has a dark side; itis a
complex process that provides tumor cells with a more aggressive phenotype, facilitating tumor
metastasis and even resistance to therapy. This review focuses on the key pathways of EMT in
the pathogenesis of prostate cancer and the development of metastases and evasion of currently
available treatments.

Abstract: Prostate cancer, the second most common malignancy in men, is characterized by high
heterogeneity that poses several therapeutic challenges. Epithelial-mesenchymal transition (EMT) is
a dynamic, reversible cellular process which is essential in normal embryonic morphogenesis and
wound healing. However, the cellular changes that are induced by EMT suggest that it may also
play a central role in tumor progression, invasion, metastasis, and resistance to current therapeutic
options. These changes include enhanced motility and loss of cell-cell adhesion that form a more
aggressive cellular phenotype. Moreover, the reverse process (MET) is a necessary element of the
metastatic tumor process. It is highly probable that this cell plasticity reflects a hybrid state between
epithelial and mesenchymal status. In this review, we describe the underlying key mechanisms of the
EMT-induced phenotype modulation that contribute to prostate tumor aggressiveness and cancer
therapy resistance, in an effort to provide a framework of this complex cellular process.
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1. Introduction

Prostate cancer (PCa) is the second most frequently diagnosed male malignancy and
the second leading cause of cancer mortality in men [1]. As a general rule, both incidence
and mortality of PCa correlate with advancing age, with the average age at the time of
diagnosis being 66 years [2]. For African American men, the incidence rates are higher
when compared to White men; alarmingly, they also have the highest chance of being
diagnosed at a younger age (<40 years) [3]. However, this is also true for men generally;
the incidence of PCa in young men is rising, and their younger age poses a higher risk for
metastatic disease and eventually a higher mortality [3]. It is estimated that mortality will
double from 2018 to 2040, reaching 379,005 deaths worldwide. The highest mortality rates
are expected in Africa (+124.4%) and Asia (116.7%), while the lowest incidence is expected
to be registered in Europe (+58.3%) [4]. It is well known that PCa is a multifocal disease
with a heterogeneous cell population. This excessive heterogeneity and plasticity which
characterize prostate tumors underline the regulatory phenotypic changes in individual
cells that contribute to metastasis and therapeutic resistance [5]. The critical problem
in the available pharmaceutical therapeutic approach of PCa is that PCa unavoidably
develops resistance to androgen deprivation therapy (ADT) at some stage and progresses
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to castration-resistant PCa (CRPC), which is characterized by invasiveness and metastatic
spread of CRPC cells; this phenomenon still represents the major cause of PCa-related
death. Thus, understanding the cellular and molecular mechanisms underlying the process
of metastatic dissemination of PCa remains a challenge for better management of PCa.

Recently, ample evidence of epithelial-mesenchymal plasticity playing a role in both
PCa metastatic progression and treatment resistance has been provided in several reports.
Epithelial-mesenchymal transition (EMT) is a molecular cellular program essential for
development, and the relevant processes are reactivated during wound healing, fibrosis,
and cancer progression [6,7]. During EMT, epithelial cells lose their junctions and apical-
basal polarity, restructure their cytoskeleton, undergo changes in the signaling programs
that specify cell shape, and reprogram gene expression; this enhances the motility of in-
dividual cells and empowers the progression of a more invasive phenotype [8,9]. EMT is
identified by a loss of epithelial markers such as cytokeratins and E-cadherin, followed by
a concurrent increase in mesenchymal markers such as N-cadherin and vimentin [10]. In
cancer progression, this is connected with poor clinical outcome and therapy resistance in
several cancer types [11]. In PCa, for instance, loss of E-cadherin expression and overex-
pression of N-cadherin correlate with tumor grade and recurrence after surgery, providing
a clinically significant link of EMT to aggressive clinical behavior in advanced disease [12].
The cellular processes of EMT are coordinated by several key transcription factors (e.g.,
TWIST, SNAIL, SNAI2, ZEB 1/2) that act in unison with several epigenetic mechanisms
and post-translational protein modifications to arrange the cellular alterations [13]. The
main molecular events are depicted in Figure 1.
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Figure 1. Schematic representation of cellular changes and main molecular events during epithelial-
mesenchymal transition (EMT) and the reverse MET.

Different critical signaling pathways including TGF-f3, WNT, NOTCH, and growth
factors are involved in inducing EMT under specific physiological conditions. Extensive
research and available data are suggesting that EMT facilitates tumor progression and
metastasis in several cancer types. In this review, we summarize and refer to the main
molecular events that control the EMT phenomenon in PCa, in order to better describe its
role and mechanisms in PCa progression and therapeutic resistance.
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2. Molecular Events Governing EMT in Cancer Progression

Epithelial-mesenchymal plasticity has drawn particular interest in the field of research
due to its crucial role in facilitating metastases, stemness, and immune repression. EMT is
a multi-faceted program which comprises alterations in mRNA and protein abundance,
protein modification, and relocation, which, in turn, govern changes in cell morphology,
cellular junctions, and apico-basal polarity, resulting in invasive and migratory properties
of the cell [14]. Key regulators, including SNAIL, TWIST, and zinc-finger E-box-binding
(ZEB) transcription factors, regulate the changes in gene expression that contribute to the
repression of the epithelial phenotype and activation of the mesenchymal phenotype. Their
expression is an early event in EMT, suggesting key roles in development, fibrosis, and can-
cer [15]. These transcription factors have diverse expression profiles, and their contribution
to EMT is cell/tissue type-dependent. They often regulate the expression of each other, but
they may also work together at target genes; during this process, additional transcription
factors further fine-tune the EMT transcription program and drive EMT progression [16].
In general, the EMT transcription factors organize the induction of mesenchymal genes
and the repression of epithelial genes; frequently, the same transcription factors direct both
repression and activation [6].

Although the driving forces of EMT and its reverse process, mesenchymal-to-epithelial
transition (MET), have long been identified in developmental processes, they have rather
recently received attention in the context of cancer. In several studies regarding cancer
progression, EMT has been linked with increased metastatic potential, drug resistance,
immune evasion, poor prognosis, and decreased patient survival [17-21].

Of particular interest is the available research focusing on the role of EMT in metas-
tasis. The EMT phenomenon is characterized by cellular plasticity. The totally reverse
phenomenon to EMT, namely, MET (mesenchymal-epithelial transition), is essential for
regrowing at metastatic sites [22]. It has been postulated that the tumor cells undergo
MET, a process reverse to the initial EMT, through re-expression of epithelial markers and
downregulation of mesenchyme markers, which in turn allows for tumor cell adhesion
and colony formation at the new site. This phenomenon was inconsistent with the initial
EMT theory, and the reverse process (MET) was considered as a necessary element of
the metastatic tumor process [23]. Consequently, the cells enter the invasion phase, by
invading the basal membrane and travel through the blood and lymphatic stream (the
stage of intravasation). Adjacent tissues may also be invaded during this process. Cells
with mesenchymal phenotype may exit the vessels (extravasation) and attach to other
organs (secondary sites). These three consecutive stages are not a standard route of all
tumor cells, but those cells that manage to “establish” themselves at the secondary sites can
proliferate in this new microenvironment, reaching the stage of colonization and forming
micrometastases, which in turn may give rise to a secondary tumor [24]. In many solid
tumors (for instance, colorectal, breast, prostate, and lung cancer), cells from the secondary
tumor site were found to be less differentiated than their primary counterparts, and cells
from the primary and secondary tumors share a similar epithelial profile [24]. Recently, the
concept of hybrid epithelial /mesenchymal state has been introduced in many primary hu-
man cancers including PCa, in order to explain the complexity of changes in cell phenotype
that do not comply with a binary status of epithelial or mesenchymal morphology [25].
This concept is supported by relevant data from observations in cell lines in vitro, as well
as by the existence of a hybrid phenotype in circulating tumor cells (CTCs) [25,26]. Thus,
the concept of EMT as a “spectrum” rather than a binary status more accurately depicts the
cell plasticity during cancer progression and metastasis.

2.1. EMT and Signaling Pathways: The Crosstalk with Prostate Cancer

EMT is a multidimensional process, governed by multiple pathways that range from
well-established growth factors to hormones, epigenetic changes, and alterations at the
tumor microenvironment (Figure 2).
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Figure 2. The multiple signaling pathways mediating epithelial-to-mesenchymal transition.

Transforming Growth Factor- (TGF-f3): A Signaling Master of EMT

TGF-f (transforming growth factor 3) represents one of the key players in the induc-
tion of the EMT process. Although its role in many tumors types is multifunctional, in this
case, it acts as a tumor suppressor by inhibiting cell proliferation through the repression of
c-Myc and certain cyclin-dependent kinase inhibitors (CDKIs) and through the release of
antiangiogenic factors [27-31]. TGF-f signaling is mediated through Smad and non-Smad
pathways, which in turn are transduced by TGF-f3 ligands, type 1 and type 2 receptors, and
Smad or non-Smad proteins, including Akt, extracellular signal-regulated kinase (ERK1/2),
and p38 mitogen-activated protein kinase (MAPK). There are three types of TGF-f3 in
mammals (TGF-31, 2, and 3), which are encoded by different genes and function through
the same receptor signaling systems. TGF-f1 is the one most frequently upregulated in
tumor cells [32-34].

Three TGF- ligands (T TGF-f1-3) and the relative TGF-f type 1 (TGF-3R1) and
type 2 receptors (TGF-BR2) are basically responsible for TGF signaling [21-23]. TGF-
BR1 recruits and phosphorylates receptor-regulated Smads (R-Smads). TGF-$ ligands
can bind with high affinity to T TGF-BR2 after activation by several metalloproteinases
(MMPs). This binding leads to the formation of a heterotetrameric active receptor complex,
which marks the phosphorylation of TGF-BR1 by T TGF-BR2. R-Smads may also become
phosphorylated by TGF-R1 and subsequently form heteromeric complexes with co-Smad
(Smad4 in mammals); translocation of these R-Smad/co-Smad complexes into the nucleus
regulates the expression of diverse target genes with other DNA-binding transcription
factors [35-37].

Furthermore, TGF-f3 is able to activate “noncanonical” signaling pathways, often
called non-Smad pathways. The ERK/MAPK pathway and the phosphoinositide 3-kinase
(PI3K)/ Akt pathway activation by TGF-31 are two well-known examples [38,39]. These
noncanonical Smad pathways may perform either separately or together with Smad com-
plexes, for example, through inhibition of canonical Smad signaling through R-Smad
sequestration [40]. Interestingly, the widely used cholesterol-lowering drug simvastatin
has been shown in vitro to attenuate TGF-31-induced EMT, cell migration, and invasion in
DU145 cells, through a non-Smad pathway [41]. A similar effect of simvastatin has been
shown on tumor-associated macrophages and tumor cells in a non-small-cell lung cancer
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(NSCLCQ) cell line; simvastatin attenuated TGF-3, which, in turn, remodeled the tumor
microenvironment and suppressed EMT [42].

Additionally, TGF-f3 receptors may activate MMPs and p38 MAPK through non-Smad
pathways and induce the expression of transcription factors SNAIL, SLUG, ZEB1, and
ZEB2, via the Smad pathway, which both lead to EMT. TGF-B-induced EMT has been
implicated in benign prostatic hyperplasia (BPH), where stromal cells may induce EMT, via
TGEF-B1 secretion and signal activation. In advanced stages of PCa, TGF-3 has been found
to be upregulated, contributing to increased cell invasion and metastasis [43]. Stromal
fibroblasts promote PCa by modulating the adjacent epithelial cell growth and its oncogenic
potential through TGF-3 pathways [44]. Additionally, in PCa cell lines, TGF-f3 has been
shown to guide the nuclear accumulation of nuclear factor-kappa B (NF-«kB), a probable
intermediate for the acquisition of a mesenchymal phenotype. Importantly, inhibition of
NF-kB seems to reverse the EMT process by revoking vimentin activity [45,46].

The type III TGF-p receptor (TRRII or T TGF-BR3, also known as betaglycan) is a
coreceptor that is not involved directly in TGF-f signal transduction; rather, it mediates
TGF-f superfamily signaling to both Smad and non-Smad signaling pathways. Loss
of T TGF-R3 expression has been noted during cancer progression. Thus, TGF-3R3 is
likely a suppressor of cancer progression and metastasis, as it appears to exert direct
effects on cell proliferation, migration, invasion, and neoangiogenesis. Restoration of
TGF-BR3 expression in human PCa cells may lead to inhibition of migration and invasion,
independently of the ligand TGF- 3. In a human PCa xenograft model, restoring TGF-R3
function decreased tumor growth, suggesting its tumor suppressor role [47].

2.2. TGF-B Signaling and Androgen Axis in Prostate Cancer

In PCa, expression of vimentin induced by TGF-3 is associated with biochemical
recurrence, and TGF-f3 from bone marrow-derived mesenchymal stem cells promotes
metastasis of PCa cells [46,48]. Notably, upregulation of TGF-f3 has been shown to
strongly affect migration and invasion by PCa cells. Such results have raised great interest
in therapeutic targeting of this pathway in advanced PCa, and anti—TGF-f3 therapies are
progressing [49,50].

The TGF-p signaling cascade plays a dual role in PCa; in early tumor stages, it
acts favoring proliferation arrest and apoptosis, in synergy with androgens. However, it
apparently promotes progression to metastasis in advanced PCa disease [47]. The inhibitory
action of the androgen receptor (AR) on TGF 1-induced transcriptional activity in PCa
cells is enhanced by an AR coactivator, AR-associated protein 55 (ARAS5S5). In a study of
human hepatoma cells, a similar interaction of TGF-f1 transcription with androgens and
the AR complex has also been shown [51]. However, the interaction of AR and TGF-f31 is
dynamic and multifaceted. Data from studies on PC-3 and LNCaP human PCa cell lines
show that SMAD4 (either alone or in the form of a SMAD3/4 complex) interacts with
the AR transcriptional activation domain, controlling the DHT-induced transcriptional
activity of the androgen receptor [47]. In an androgen-independent PC-3 model, forced
expression of AR resulted in inhibition of the transcriptional activity of TGF-31/SMAD,
along with TGF-p1-induced growth inhibition and apoptosis [47]. Inhibition of the tumor
suppressor function of TGF-f in PCa cells is probably mediated via suppression of SMAD3
induced by AR activity [52,53]. Earlier findings indicate that the AR negatively regulates
the expression of TGF-f3 via a negative androgen-response region composed of multiple
androgen-response elements (NAREs) [54]. However, beyond the coaction with TGF-f3,
androgen (and other steroids) signaling is per se an important pathway in epithelial—-
mesenchymal transition in PCa.

2.3. Androgen and Estrogen Signaling in EMT

The prostate is an established androgen-dependent gland: its embryonic development
and normal function are guided by the androgen/AR signaling cascade [55]. One central
characteristic of PCa oncogenesis and disease progression is the action of androgens and AR
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signaling, as the androgenic action of dihydrotestosterone (DHT)—in particular—promotes
survival in prostatic epithelial cells. The fact that prostatic cancer cells are androgen-
dependent to advance cell growth and inhibit apoptosis has led to the acceptance of ADT
as the mainstay of pharmaceutical treatment, especially for metastatic disease; however,
almost all tumors will become castration-resistant with time [56]. Clinical and biochemical
exacerbation occurs in an androgen-independent manner and is associated with poor
prognosis. EMT seems to play a significant role in the progress of metastatic CRPC.
Preclinical models of CRPC have highlighted the relationship between the androgen axis
and distinct pathways regulating apoptosis, EMT, and invasion, providing evidence that
EMT is controlled by the androgen signaling axis, affecting tumor progression, metastasis,
and resistance to therapy [47,54,57].

Androgen-mediated activation of 3-catenin may be a process via which the androgenic
axis induces EMT of prostate tumor epithelial cells [58]. AR function as a transcriptional
repressor of E-cadherin has lately been compared to that of Snail and Twist. Activated AR
has been shown to be able to suppress E-cadherin gene expression in breast cancer and
metastatic prostate cell lines, attributed to a mesenchymal phenotype [57,59].

Recently, BMI1 (B lymphoma Mo-MLYV insertion region 1) has been featured as a direct
target gene of AR. BMI1 represses tumor suppressors and promotes cell proliferation and
cancer progression, possibly through EMT. It has been shown that DHT upregulates both
mRNA and protein levels of BMI1, and that BMI1 increases in CRPC in a mouse xenograft
model [60]. Interestingly, the EMT pattern in PCa cells can be induced by androgens,
bypassing the functional involvement of TGF-f3; this is mediated through the activation
of the transcription factor Snail, leading to an enhanced PCa cell migration and invasion
potential and aggressive metastatic behavior [58].

However, the effect of androgen deprivation seems to have a dark side; although
the mechanisms underlying castration resistance are not fully understood, it has become
apparent that pharmaceutical castration itself may be responsible for the development of
EMT. Following androgen deprivation, prostate tumor cells exhibit EMT and increased
stem-cell-like features, a procedure attributed to a feedback loop involving the androgen
receptor and the Zeb1 transcription factor [61]. Similarly, overexpression of N-cadherin in
PCa cells may further provoke EMT, invasion, and metastasis; expression of N-cadherin is
increased after androgen deprivation, and its aberrant expression is involved in metastatic
CRPC [62,63]. Interestingly, in this type of tumor, increased levels of N-cadherin are mainly
found in poorly differentiated areas and significantly correlate with advanced Gleason
grade [64,65]. Overexpression of N-cadherin reduces intracellular adhesiveness and may
also guide stromal-epithelial interactions (between stromal fibroblasts and tumor epithelial
cells), eventually promoting cell motility, invasion, and metastasis. Of clinical importance,
increased N-cadherin expression has been found to be a meaningful predictor of clinical
recurrence in PCa patients subjected to radical prostatectomy [64-66]. Another pathway
for the ADT-induced EMT is mediated through the chemokine C-C motif ligand 2 (CCL2),
important in recruiting tumor-associated macrophages. ADT reduces a transcriptional
repressor (SAM pointed domain-containing ETS transcription factor, SPDEF) of CCL2,
which mediates EMT of prostate tumor cells. In tissues from PCa patients receiving ADT,
low SPDEF levels were correlated with high CCL2 expression compared to treatment-naive
patients [67].

It is also worth mentioning that androgen deprivation therapy may also lead to
neuroendocrine differentiation (NED) of the tumor cells, a status associated with PCa pro-
gression to a hormone-refractory state and poor prognosis. During this trans-differentiation,
PCa cells shift to neuroendocrine-like cells and express typical neuroendocrine markers
(e.g., chromogranin, synaptophysin, neuron specific enolase (NSE), and CD56). These neu-
roendocrine cells secrete factors (neuropeptides and growth factors) in a paracrine fashion;
these factors act as a mitogenic stimulus on neighboring cells and promote androgen-
independent growth of PCa cells. This also affects stromal cells, distressing the entire
tumor microenvironment [68]. Although the development of NED is considered to occur
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mainly through stem-cell differentiation and trans-differentiation under ADT, a possible
role for EMT linking still is under investigation [69]. A possible link has recently been sug-
gested through the AR antagonist effect of alleviating the normal repression that AR exerts
on SPINK1 (serine peptidase inhibitor, Kazal type 1), a critical player for maintenance of
the NE phenotype. ADT leads to SPINK1 upregulation through increased SOX2 expression,
and the transactivation of SPINK1 elicits epithelial-mesenchymal transition, stemness, and
cellular plasticity [70]. Another possible pathway includes the signaling cascade of the
Wnt/ 3-catenin pathway, as discussed below [71].

On the other hand, the effect of estrogens and their receptors on PCa biology remains
obscure, despite increased interest in their role in prostate tumorigenesis and PCa progres-
sion. Estrogen receptor- (ER-o) is primarily expressed in basal cells and prostatic stroma,
whereas estrogen receptor-f3 (ER-3) expression is higher in the glandular epithelium, where
ER-f is accountable for regulating its proliferation and differentiation [72].

It has been long accepted that ER-oe mediates cell survival and proliferation induced by
estrogens, while ER-f3 acts as a tumor suppressor, facilitating a protective and antiapoptotic
effect of estrogens in PCa [73]. However, the available data on the balance between the
two receptors in different stages of PCa progression are confusing. Older studies verified
the presence—albeit limited—of ER-« in prostate carcinoma samples, in both stroma and
glandular epithelium; however, no correlation with advanced or high-grade tumors has
been found [74]. In contrast, increased ER-« gene expression on mRNA and protein levels
was observed in hormone-refractory tumors and metastatic lesions, including lymph node
and bone metastases [75]. The re-emergence of the ER-« and ER-a-regulated genes and
the partial loss of ER-f3 during PCa progression and hormone-refractory disease suggest
a bypass of the androgenic cascade for these tumors and the utilization of alternative
steroidal pathways [76].

Interestingly, these changes in ER content may lead to EMT changes through several
pathways. The aberrant increase in ER-a may lead to EMT changes through transcrip-
tional regulation of the nuclear-enriched abundant transcript 1 (NEAT1), a significantly
overexpressed long non-coding RNA (IncRNA) associated with PCa progression [77]. An
alternative pathway described is the ER-oc driven overexpression of neurogenic locus notch
homolog protein 1 (NOTCH1) [78]. The “hypoxia-driven” hypothesis has been proposed
for ER-f3, the ER[31 subtype in particular, suggesting suppression of ER31 and stimulation
of HIF-1x-mediated VEGF-A expression as the main EMT-inducing event [73]. At the other
end of the spectrum, the suppression of the “protective” ER31 may be corroborated by the
action of the ERf32 and ER[35 receptor subtypes, either through stabilization of HIF-1oc and
further expression of hypoxic genes or through ERf32-mediated overexpression of Twist1l
and Slug [79,80]. Lately, the role of estrogen-binding sites at the plasma membrane (PM)
level has been proposed as an alternative signaling pathway that contributes to higher
invasiveness in PCa cells. Common EMT features (for example, increased migration and
invasion, higher vimentin, and decreased E-cadherin expression) have been induced in
LNCaP cells by cell-impermeable estradiol (E2-BSA) that acts at the PM level [81].

There is cumulative evidence that both members of the steroid superfamily (androgens
and estrogens) may interact and drive significant EMT changes in PCa cells, accounting for
more aggressive phenotypes, advanced disease, and hormone-refractory tumors. However,
the complex pathways are still not clearly comprehended. More in vivo studies are proba-
bly needed, as the commonly used PCa models are likely inappropriate to accurately study
the steroid receptors and their action or inhibition [82].

2.4. Src Signaling

It is well accepted that c-Src, a non-receptor tyrosine kinase, regulates a complex
signaling network facilitating the development of castration-resistant PCa and bone metas-
tases [83-88]. Many preclinical studies have underlined the role of c-Src and Src family ki-
nases (SFKs) in proliferation, angiogenesis, invasion, and bone metabolism, contributing to
disease progression through mechanisms at the epithelial and stromal compartment [83—88].
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It has been shown that Src inhibitors decrease the proliferation, invasion, and migration
of PCa cell lines in vitro and, similarly, Src inhibition represses androgen-independent
growth and metastasis [89]. Src-family (SFK) and Ackl non-receptor tyrosine kinases play a
significant role in activating AR through direct phosphorylation, causing a response to very
low levels of tissue-expressed, so-called intracrine, androgens, thus facilitating pathways
that mediate PCa proliferation, anti-apoptosis, and oncogenic aggressiveness [90]. Hypoxia
may be a key feature that enhances metastatic-associated cell functions by activating c-Src
in PCa cells [91]. Interestingly, the tumor microenvironment seems to contribute to Src
signaling and EMT triggering via myofibroblasts and neutrophil-derived specific proteins.
The stromal myofibroblasts secretory chemokine CXCL1 and neutrophil-derived cytokine
LCN2 have been found to act as a paracrine network that promotes migration of PCa cells,
leading to enhanced tumor metastasis [92]. Another non-receptor tyrosine kinase related
to SRC family kinases, protein tyrosine kinase 6 (PTK6), has been found to enhance the
epithelial-mesenchymal transition (EMT) by inhibiting E-cadherin expression and induc-
ing expression of the mesenchymal markers vimentin, SLUG, and ZEB1 [93]. Parallel to Src,
the androgen receptor may interact with p85a, the regulatory subunit of PI3K, a recognized
oncogenic protein kinase with a key role in malignant transformation, metastasis, and
progression of the disease [94,95].

2.5. Wnt, Hedgehog, Notch Signaling, and EGFR Signaling

WNT signaling, the binding of WNT ligands to Frizzled protein receptors, results in
the inhibition of GSK3, thus preventing phosphorylation, ubiquitylation, and degradation
of -catenin, allowing for regulation of gene expression. Inhibition of the GSK3f kinase
increases SNAIL stability, thus promoting EMT [96-98]. WNT signaling plays several
roles in EMT during embryonic development [97]. Canonical WNT signaling also enables
the generation and proliferation of neural crest precursors, whereas GSK33-independent
WNT signaling is necessary for the migration of neural crest cells. WNT signaling also
promotes cancer progression-associated EMT, mainly at the invasive front of different
tumors, where EMT occurs [6,96-101]. The Wnt pathway has been found to affect prostate
tumorigenesis through androgenic signaling. Hence, mechanisms of the Wnt signaling
pathway participate in crosstalk with the androgenic/AR signaling axis and are able to
regulate the AR transcriptional activity [102]. Several Wnt factors (for example, 3-catenin,
glycogen synthase kinase (GSK3)f3, the lymphoid enhancer binding factor 1 (LEF1), and
cyclin D1) have been found to interact with the androgen axis [103,104]. In the cytosol,
-catenin is attached to a multiprotein complex; 3-catenin cytosolic accumulation may
occur when Wnt signaling is activated. This is affected by inhibition of the (normally
occurring) GSK3[3-targeted proteosomal degradation of the 3-catenin/multiprotein com-
plex. Translocation of accumulated 3-catenin into the nucleus results in coactivation of
target genes, such as the T-cell factor/lymphocyte-enhancer factor (TCF/LEF) and AR
genes [104-107]. Nuclear 3-catenin signaling is associated with PCa progression; notably,
reduced nuclear expression of 3-catenin in higher-Gleason-grade prostate carcinoma with
increased has also been reported [107,108].

Aberrant activation of the Wnt/ 3-catenin pathway correlates with EMT features and
may also be involved in regulating stemness of the PCa stem cells (PCSCs) in PCa. In a re-
cent study, low levels of the circadian rhythm gene PER3 (period circadian regulator 3) were
associated with increased stemness of PCSCs, possibly mediated through phosphorylation
of B-catenin and the activation of the WNT/ 3-catenin pathway [109]. Similarly, miR-320,
a CD44" PCSC negative regulator, has been shown to reduce p-catenin expression and
repress CSCs via Wnt/ 3-catenin pathway inhibition. In addition, some PCSC features (e.g.,
sphere- and colony-forming abilities, chemoresistance) are enhanced by downregulation of
miR-320 [110].

Another pathway involved is Hedgehog (HH) signaling, an important pathway
during embryonic development of almost all organs in mammals, where ligand binding to
transmembrane protein receptors (patched receptors—PTCs) activates transcription factors
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of the glioma (GLI) family [111]. During normal development, Sonic HH (SHH) induces
the expression of sclerotomal cell markers in cells that transit into the mesenchyme to form
the sclerotome [112]. The ectopic expression of GLI1 in rat kidney epithelial cells has been
shown to induce SNAIL1 expression and loss of E-cadherin, as well as increased SHH
expression and signaling, features that are associated with increased SNAIL1 expression in
epithelial cancers [113-116].

In the context of tumorigenesis, the HH pathway may be considered an “autocrine
loop”, since the tumor cell produces the HH ligands and causes cell-autonomous HH
pathway activation [115]. There is also a “paracrine loop”, however, as the HH pathway
has often been present in the surrounding stromal elements in several tumors, including
PCa [117-119]. Thus, tumor cells produce HH ligands and signals toward the tumor
microenvironment, i.e., the surrounding stroma, which in turn facilitates tumor progres-
sion. Following observations in B-cell malignancies, another type of paracrine signaling
called “reverse paracrine signaling” has also been described; in this case, HH ligands are
secreted from the stroma leading to stimulation of tumor survival and growth [120]. It
is still unclear whether the mode of aberrant HH signaling in PCa is purely autocrine or
paracrine; nevertheless, there is cumulative evidence on the dynamic role of HH signaling
in the development and progression of PCa [121,122]. Generally, aberrant HH signaling in
prostate tumors is believed to be ligand-dependent, in autocrine or paracrine mode or both.
However, activation of the HH pathway seems more prominent in advanced PCa. A corre-
lation with advanced tumor grade and stage has been shown in several studies [121-125].
Moreover, increased expression of HH signaling components has been found in metastatic
PCa samples [121-125].

The crucial role for HH signaling in the progression to androgen-independent PCa
has also drawn attention recently. Data from studies with both PCa cell lines and tumor
specimens have highlighted the possible detrimental effect of long-term ADT, which was
shown to induce an upregulation of HH signaling [125,126]. This phenomenon may be
partly explained by a paracrine mode of HH signaling through the tumor microenviron-
ment, which results in acquired intratumoral steroidogenesis [127]. Interestingly, in vitro
studies utilizing PCa cells indicate that HH inhibition results in suppression of EMT. In
a recent study, the newer Shh inhibitor vismodegib significantly inhibited EMT in CRPC
cells and tumor growth in a mouse model [128].

Notch signaling, one of the oldest identified signal transduction systems, is part of
EMT during embryogenesis and potentially in EMT during cancer progression. Activation
of Notch signaling usually starts by binding of the ligand expressed on one cell to the recep-
tors expressed on its adjacent cells. This is followed by two sequential proteolytic cleavages
of the receptors and the release of the Notch intracellular domain, which subsequently
translocates into the nucleus and regulates target gene expression [129]. During develop-
ment, Notch signaling is required in virtually all developing systems. However, Notch
signaling is also involved in tumorigenesis; emerging evidence has suggested that the
Notch pathway regulates cell growth, apoptosis, cell cycle, and metastasis. Data from avail-
able studies imply that Notch receptors have a dual nature, acting either as oncoproteins or
tumor suppressors in several types of human cancers, including PCa [130].

Components of the Notch signaling cascade are normally expressed in prostate ep-
ithelia, suggesting that Notch plays a crucial role in prostate development and homeosta-
sis [131]. Notch, however, is also a potential driver in PCa development. Overexpression
of Notch-1 was found to contribute to migratory activity, as well as cell detachment and
attachment of PC-3 cells; this also induced EMT changes and exhibited cancer stem cell fea-
tures in Pca cells [132]. Moreover, Jagl and Notch1 expression has been found elevated in
high-grade and metastatic PCas [133]. Along these lines, Notch-4 silencing suppressed the
viability and proliferation in the PCa cell lines DU145 and PC3 and resulted in decreased
cell migration and invasion, affecting the expression of EMT markers, possibly via the
NF-kB pathway [134]. These findings suggest that the Notch signaling pathway may serve
as a potentially useful therapeutic target.
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Epidermal growth factor receptor (EGFR), also known as HER1 or ERBB], is essential
for the development and progression of various cancers, including colorectal, head and
neck, gastric, non-small-cell lung, and PCa [135-137] Hence, EGFR seems a promising ther-
apeutic target, with the development of specific anticancer drugs such as EGFR-tyrosine
kinase inhibitors (TKI). EGFR, a member of the transmembrane receptor tyrosine kinase
family is activated after binding of several ligands, including EGF and TNF«. Ligand
binding leads to the formation of active homodimers (or heterodimers) and the transphos-
phorylation of EGFRs. Subsequent activation of SRC homology 2 (SH2) domain-containing
downstream signaling proteins initiates several signal transduction cascades and further
regulates their downstream effectors, including mitogen-activated protein kinase (MAPK),
JNK, and phosphoinositide-3-kinase (PI3K)/AKT pathways. These in turn control cell-
cycle progression, cell survival, and invasion [138]. High levels of nuclear EGFR have
been found in various types of cancers [139,140], and nuclear EGFR signaling has been
involved in acquired radiation resistance and chemoresistance to cisplatin [141-144]. In
the normal prostate, expression of EGFR is low compared to primary and metastatic PCa
tissues. Both EGF and EGFR are expressed in androgen-independent and metastatic PCa,
which often present with a mesenchymal phenotype. This correlates with higher Gleason
score, increased metastatic potential, and an overall poor clinical prognosis and reduced
survival rate [145-147]. Other studies have also shown that aberrant activity of EGFR
may facilitate the development of CRPC, possibly due to the interruption of androgen
signaling [148]. Recently, the proven ability of tumor cells to use extracellular vesicles (EVs)
as a mean to disseminate EGFR and ligands to both neighboring and distant cells is under
investigation for its diagnostic, prognostic, or therapeutic potential [149].

Spautin-1, an inhibitor of ubiquitin-specific peptidase 10 (USP10) and USP13, has
been recognized as an autophagy inhibitor [150]. Further studies showed that Spautin-1
enhances the antitumoral activity of targeted therapies or chemotherapy via inhibition of
autophagy in diverse tumors [150-153]. In a recent study, Spautin-1 was found to inhibit
EGEFR signaling and suppress the growth of PCa [150]. The Spautin-1-mediated inhibition
of EGER further inactivates the MEK/ERK/cyclin D1 axis and decreases Glutl expression,
while activating the MKK4/JNK/Bax axis, which induce cell-cycle arrest and apoptosis of
PCa cells. Moreover, the use of Spautin-1 improved the anticancer activity of the androgen
receptor inhibitor enzalutamide both in vitro and in vivo [150]. Keeping in mind that
EGF-mediated EMT is a common feature in several cancers, the use of Spautin-1 as an
EGER signaling inhibitor may prove a promising novel addition to therapeutic schemes for
several cancers, including PCa.

2.6. Novel Transcription Factors Regulating EMT in PCa

The Forkhead box (FOX) family includes several transcription factors displaying a
conserved winged-helix DNA-binding domain (DBD) or “forkhead” domain. This DBD
is common to all FOX family members; however, distinct transactivation and repression
domains exist between different tissue and cell-type transcription factors. In general, FOX
transcription factors are considered to play an important role during embryogenesis and
cellular homeostasis [154,155]. Both Forkhead box protein FOXC1 and FOXC2 transcrip-
tion factors are implicated in cancer progression, by driving angiogenesis, invasion, and
metastasis. In patients with breast and hepatocellular cancer, FOXC1 has been found to
positively correlate with tumor metastasis and poorer prognosis [154]. FOXC2 is—among
other tumors—overexpressed in PCa [154]. Forkhead box protein C2 (FOXC2) acts as
an epithelial-to-mesenchymal transition (EMT)-regulating transcription factor, through
its interaction with the cadherin family, kinases, and other regulators. Several studies
underline the role of FOXC2-induced EMT, either through inhibition of the expression of
E-cadherin in the adhesion part of epithelial cells or through activation of the Akt pathway
and increased expression of Snail and p-(glycogen synthase kinase 33) GSK-33 [155-157].
In an immunohistochemical study of prostate carcinoma specimens, increased FOXC2
expression and EMT phenotypes were associated with castration resistance, metastasism
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and poor survival in PCa cases [158]. Interestingly, inhibition of FOXC2 by a p38 inhibitor
restores epithelial cell characteristics and drug sensitivity in PCa cells with stem-cell prop-
erties that are insensitive to ADT [159]. The central role of upregulated FOXC2 by various
EMT inducers, along with the ability to block ‘targetable” regulators of FOXC2 (such as the
p38 MAPK) by small molecules, may prove a promising approach.

However, beyond FOXC transcription factors, a variety of other Forkhead box proteins
have recently been the focus of research regarding their key role in EMT and cancer
progression. FOXA1 is considered a pioneer factor of PCa onset and progression, through
induction of open chromatin conformations that allow binding of several transcription
factors, mainly the AR in both normal and cancerous prostate cells [160]. Another AR-
independent pathway allows coding and noncoding mutations of FOXA1 to promote EMT.
Although direct inhibition of transcription factors such as FOXAT1 is difficult, targeting their
EMT regulatory pathway may be a promising strategy, as seen in preclinical studies [49,161].
Similarly, the FOXO protein members have been implicated as important modulators of
EMT in several cancers [162]. In PCa cell models, the Nodal pathway leads to EMT
changes and metastasis through FOXO1/3a activation; interestingly, treatment of PCa cells
with FOXO inhibitor AS51842856 resulted in blockage of the Nodal pathway, suggesting a
potential target for the control of metastatic disease in PCa cases [163].

The enhancer of zeste homolog 2 (EZH2) is a histone methyltransferase (HMT), act-
ing as the catalytic subunit of PRC2 (polycomb repressive complex 2), a member of the
polycomb group proteins that primarily methylate histone H3 on lysine 27, inducing tran-
scriptional silencing of target genes [164]. Aberrant expression of EZH2 has been linked to
cancer development and progression in several tumor types, while available data suggest
a link with EMT phenotypic changes. EZH2 induces epithelial-mesenchymal transition
and the pluripotent phenotype of gastric cancer cells through PTEN/ Akt signaling, by
binding to a PTEN promoter [165]. In melanoma, an actionable axis linking NFATc2 to
EZH2 was shown to control the EMT-like program of melanoma cells, while inhibition of
EZH2 downregulated EMT-related gene expression [166]. In several tumors, including
PCa, EZH2 overexpression was found to positively correlate with disease progression and
poorer prognosis [164].

In PCa, EZH2 expression is significantly elevated and is associated with increased
proliferation activity and metastatic capability [167]. As a potential biomarker, EZH2
expression in diagnostic prostate biopsies has been found to be an independent predictor
of outcome patients with PCa [167]. Elevated EZH2 expression is also correlated with
development of CRPC and even neuroendocrine differentiation, but the mechanisms via
which EZH2 enhances PCa progression are still unclear [168,169]. A possible explanation
would be the methylation of the AR to regulate specific gene expression, offering survival
signals to CRPC cells. However, EZH?2 appears to act as a multifaceted transcription factor,
with additional polycomb- and methylation-independent roles, as EZH2 also activates AR
gene transcription through direct occupancy at its promoter [170].

Strong links between EZH2 and EMT-mediated cell plasticity have been lately high-
lighted in PCa. EZH2 binds the hepatocyte nuclear factor 13 (HNF1B) locus and suppresses
its expression in PCa cell lines; consistently, a reverse correlation between EZH2 and HNF1B
expression is present in clinical samples [171]. Thus, HNF1B appears as a direct down-
stream target of EZH2, and its tumor suppressor role is mediated by repression of SLUG
expression and EMT process [171]. Other pathways linking EZH2 and EMT described in
other tumor types, such as the Sox4/Ezh?2 axis in pancreatic cancer or the EZH2-mediated
WNT5A silencing in colon cancer, remain to be proven [22,172].

Under these circumstances, inhibition of EZH2 would expectantly suppress PCa cell
proliferation and invasion in vivo and in vitro. Indeed, EZH2 inhibition has been shown
to restore AR expression and sensitivity to antiandrogen therapy in preclinical models of
advanced PCa, suggesting epigenetic reprogramming as a promising approach to bypass
antiandrogen therapy resistance [164]. Thus, novel EZH?2 inhibitors are being evaluated in
patients with mCRPC. EZH? inhibition/depletion has been shown to enhance the efficacy
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of enzalutamide in enzalutamide-resistant PCa cells [173]. CPI-1205, a potent, selective, and
cofactor-competitive EZH2 inhibitor is currently under clinical evaluation [174]. When used
in line with antiandrogen therapy, EZH2 inhibitors may contribute to improved outcomes
in both early- and late-stage mCRPC patients, through their antitumoral activity and ability
to re-sensitize hormone-refractory Pca. Moreover, targeting Ezh2 could overcome docetaxel
resistance in PCa cells, by suppressing Doc-induced cancer stem-cell populations [175].

The mammalian transcription factor Prospero-related homeobox 1 (PROX1) is a mem-
ber of the homeobox transcription factor family and acts as a crucial regulator in organ de-
velopment during embryogenesis and lymphangiogenesis. PROX1 has been attributed with
both oncogenic and tumor-suppressive functions in many types of human cancers [176].
However, it is well accepted that PROX1 may promote tumor progression by facilitating
cancer cell migration, invasion, and metastasis through its role as a key organizer of the
lymphatic system [176].

A link between PROX1 and EMT-induced cell plasticity with increased invasive
and metastatic potential has been highlighted in several tumors. For instance, PROX1
promotes EMT in colon cancer cells by inhibiting E-cadherin via miR-9 and, additionally,
maintains the stability of transcription factor HIF1 o protein, which further induces EMT
in hepatocellular carcinoma [177,178]. However, the relationship of PROX1 with EMT
in the progression of PCa remains unclear. In a study based on different PCa cell lines
and knockout mice, PROX1 could be suppressed by DAB2IP, a novel member of the Ras
GTPase-activating protein family. DAB2IP regulates EMT and metastasis of PCa through
targeting PROX1 transcription and destabilizing HIF1c protein [179].

2.7. Endothelin Axis and EMT in Prostate Cancer

The endothelins (ETs) belong to a family of three small (21 amino acid) peptides, ET-1,
ET-2, and ET-3, and exert their effects by binding to the cell-surface ET receptors ET-A and
ET-B. Both receptors belong to the G-protein-coupled receptor system [180]. Endothelin has
an established role as a powerful endogenous vasoconstrictor and is implicated in vascular
diseases of several organ systems, including the cardiovascular, respiratory, and urinary
systems; however, ET-1 is also a possible key factor for cancer progression in different
tumor types. ET receptor activation (and particular ET-A) promotes tumor progression
through several mechanisms, including cell proliferation, EMT induction, angiogenesis,
and metastatic spread, suggesting that ETA receptor blockade strategies may enrich the
armamentarium of cancer treatment [180].

In head and neck cancer, predominantly squamous cell carcinomas (HNSCCs), ET-1
may promote HNSCC progression via several mechanisms, including EMT [181]. Knock-
down of ET-B receptor inhibits the progression of triple-negative breast cancer by pro-
moting the mesenchymal-to-epithelial transition (MET) process [182]. In colorectal cancer,
endothelin-1/ET-1 receptor signaling and the (3-catenin pathway promote the cross-talk
with (3-catenin signaling through interaction with the signal transducer 3-arrestinl (3-arrl),
to sustain stemness and an EMT phenotype [183]. In ovarian cancer, the ET-1/ET-A R
autocrine pathway was found to induce an invasive EMT phenotype; common findings
included increased expression of 3-catenin, Snail, and other mesenchymal markers, as well
as downregulation of E-cadherin [184]. However, little is known about the corresponding
ET-induced EMT pathways in prostate carcinoma, and available studies are limited. In
an immunohistochemical study of PCa tissue samples, increased expression of ET-1 and
ET-A (but not ET-B) was associated with lymph node metastasis, advanced stage, and EMT
phenotypic changes, along with increased Snail expression [185]. These data, together with
results from other solid tumors, make the use of ET axis inhibitors a promising approach
toward PCa progression and metastasis. Although, in a recent meta-analysis, the use of
ET-A receptor antagonists with or without docetaxel was not proven to offer improvement
in survival or disease progression for CRPC, other recent data suggest that ET-A blockade
is most efficacious when combined with complete androgen deprivation for the control of
bone metastases [186,187].
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3. Epigenetic Changes and EMT in Prostate Cancer

Epigenetic mechanisms may facilitate the molecular understanding of EMT, as well as
broaden the therapeutic spectrum. Several studies show the important role of reversible
epigenetic mechanism in cancer progression. The epigenetic mechanisms are biological
processes that do not modulate DNA sequences but affect gene expression and subse-
quently cell fate [188]. Such epigenetic modifications occur in neoplastic cells during
the development and progression of cancer. In particular, cancer cells may obtain their
invasive and metastatic characteristics through epigenetic alterations, which may involve
chromatin remodeling, DNA methylation, histone modifications, and alterations in the
expression of microRNAs (miRNAs; small noncoding RNA molecules involved in the
post-transcriptional modification of gene expression) might prevent translation or pro-
mote mRNA degradation [189]. DNA methylation is one of the most crucial epigenetic
regulatory mechanisms influencing gene expression and was the first example of epige-
netic modifications studied in human cancer [188,190]. DNA methylation is a chemical
reaction via which a methyl (-CHj3) group is attached to either a cytosine or adenine of
DNA molecules. The members of the DNA methyltransferase family, DNMT1, DNMT3A,
and DNMT3B, direct these modifications and are considered crucial epigenetic factors due
to their effect on gene expression [191]. Heterochromatin undergoes DNA hypermethy-
lation, which usually results in gene suppression, but two specific methylation patterns,
permethyl compounding and hypomethylation, are also associated with carcinogenesis.
Hypermethylation occurs in CpG dinucleotides and commonly inactivates tumor promot-
ers by repressing genes in cancer cells, whereas DNA hypomethylation leads to chromatin
instability, gene inactivation, or maladaptation [192]. Hyper- or hypomethylation can be
removed either passively, after several rounds of DNA replication on the daughter strand,
or actively, via multiple enzymes such as ten-eleven translocation (TET) family proteins
through the base excision repair (BER) pathway [193].

Several studies indicate that DNA methylation changes are frequent events in ad-
vanced PCa, with many critical genes being affected by these changes. It is, therefore,
possible to use them as molecular biomarkers of PCa progression and response to treat-
ment [194]. Thus, the well-described GSTP1 promoter hypermethylation and secondary
silencing is considered an early event modification in prostate carcinogenesis and, there-
fore, has been suggested as a promising prognostic biomarker [195-197]. Other common
hypermethylation changes (up to 30% of the CRPCs) include the hypermethylation of the
promoter of the AR, resulting in loss of AR expression, whereas the hypermethylation
of the p16 tumor suppressor gene has been associated with increased proliferation [198].
Moreover, PTEN silencing is commonly caused by the hypermethylation of the CpG is-
lands in its promoter, facilitating carcinogenesis and disease progression [198,199]. On
the other hand, the hypomethylation of certain prometastatic genes such as heparanase
and urokinase plasminogen activator (uPA) seems to actively promote tumor invasion
and metastasis [200]. Interestingly, concurrent DNA hypo- and hypermethylation patterns
may develop under the influence of factors released from cancer-associated fibroblasts
(CAFs) that induce genome methylation changes required for EMT and stemness in EMT-
prone PC3 and DU145 PCa cells [194]. Similarly, a reduction in DNA methyltransferase
1 (DNMT1) may promote induction of EMT and the cancer stem cell (CSC) phenotype,
which facilitates tumorigenesis in PCa cells [201].

Similarly to other epigenetic changes, histone modifications (predominately at the N-
terminal tail) alter DNA availability to the transcriptional machinery and include processes
such as lysine and arginine methylation, arginine citrullination, lysine acetylation, and
serine/threonine/tyrosine phosphorylation [202]. Histone acetylation at the N-terminal
involves the addition of acetyl groups to lysine residues by acetyltransferases (HATs), pro-
moting euchromatin formation and, therefore, increasing DNA functionality. The removal
of acetyl groups by deacetylases (HDACsSs) leads to chromatin concentration and conse-
quent suppression of tumor suppressor genes [203]. Several epigenetic histone modifiers
such as lysine methyltransferases (KMT) and demethylases (KDM), SUV39H1 (KMT1A),
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and SETDB1 (KMT1E) have been shown to control transcriptional gene regulation and to
promote cell migration and invasion in PCa [204-206]. For example, increased levels of
SETDBI1 have been associated with the development and prognosis of bone metastases
from PCa, whereas the crucial protein arginine methyltransferase 5 (PRMT5) oncogene
has been shown to inactivate several tumor suppressors via arginine methylation at H4R3
histone, thus promoting PCa development [207]. Furthermore, arginine methylation by
PRMTS5 and its interaction with spl increases AR-targeted gene expression. Moreover,
members of the histone methyltransferase nuclear receptor binding SET domain (NSD)
family of proteins NSD1, NSD2, and NSD3 have been associated with carcinogenesis [208].
In particular, NSD2 overexpression has been reported in a variety of solid tumors, includ-
ing metastatic PCa (in comparison to primary tumors) and is associated with biochemical
recurrence, with in vitro studies in PCa cell lines indicating NSD2’s role in the progression
of PCa. NSD2 has also been found to regulate the Twist family bHLH transcription factor 1
(TWIST1), which seems to induce EMT in PCa cell lines [209]. Interestingly, in multiple
PCa cell lines, histone phosphorylation of H2AX variant at Ser139 may activate checkpoint
proteins for cell-cycle arrest, since it promotes the detection of double-strand breaks (DSB)
by key components of DNA damage repair [210]. Mono-ubiquitination of H2A in prostate
tumors is reduced in comparison to normal tissues, while mono-ubiquitination of H2B at
K120 was found to regulate the self-renewal property of PCa stem cells [210].

The activity expression of enzymes regulating an epigenetic program may be simply
reflected in a certain histone mark. Histone modifications and their regulators are attractive
targets of therapeutic approaches as they represent a dynamic and potentially reversible
epigenetic event [211]. The recent interest for the use of epigenetic drugs (“epidrugs”)
such as 5-azacitidine (5-Aza) seems rational, as they offer a promising addition in the
armamentarium of agents reversing the EMT-induced resistance to therapy in many tu-
mors, including PCa. However, the complexity of the mechanisms involved is still elusive;
for instance, 5-Aza may control the EMT process but simultaneously induces neuroen-
docrine differentiation in PCa cells via reduction of two histone marks, H3k9me3 and
H3k27me3 [212].

Another important player in the epigenetic plasticity affecting the cellular plasticity
during the EMT process is the effect of several classes of noncoding RNAs (ncRNAs)
in transcription regulation and EMT [213]. These classes mainly include small ncRNAs
(<200 nt) and long ncRNAs (IncRNAs), with microRNAs (miRNAs) being the best stud-
ied in epithelial-mesenchymal plasticity. MicroRNAs feature 22 noncoding nucleotides
integrated into the silencing complex (RNA silencing complex) that suppress gene expres-
sion post-transcriptionally by guiding Argonaute (AGO) proteins to target sites in the 3’
untranslated region (UTR) of mRNAs [214]. Several of these miRNNAs have been associ-
ated with critical regulators of EMT, either as inducers or inhibitors. The miR-200 family
(miR-200a, miR-200b, miR-141 and miR-429), for example, has described as an epithelial
marker, since its members target the expression of ZEB1 and ZEB2 mRNAs and conse-
quently suppress the mesenchymal transition [213]. MiR-155, on the other hand, is highly
expressed in several cancers, and numerous studies have identified the role of miR-155,
as well as miR-125b and miR-130b, in the oncogenic reprogramming of PC-recruited stem
cells [215]. Furthermore, mechanistic studies using adipose-derived stem cells showed that
exosomal trafficking of miR-125b and miR-155 could initiate neoplastic reprogramming
via targeted inhibition of the LATS2 (large tumor suppressor homolog?2) and PGCD4 (pro-
gramed cell death protein 4) [215]. Moreover, miR-125 targets proapoptotic genes in PCa,
thus acting as an oncogene, and miR-22 silences PTEN, which activates PI3K signaling
in PCa cells, contributing to prostate tumorigenesis [216]. Similarly, miR-27a acts as an
androgen-regulated oncomir in PCa via targeting the tumor suppressor and AR corepressor
Prohibitin (PHB), miR-18 enhances AKT phosphorylation by decreasing the tumor suppres-
sor serine/threonine-protein kinase (STK4) levels in PCa cells, and miR-1, miR-29b, and
miR-200 have been associated with EMT, thus contributing to PCa progression [217,218].
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Tumor suppressor miRNAs have also been studied extensively in relation to their
anti-EMT properties. Mir-1 and miR-200 were found reduced with progression of prostate
adenocarcinoma and their forced expression inhibited both EMT (via SLUG repression) and
tumorigenesis in human and mouse model systems [219]. The downregulation of miR-29b
and miR-130b seems to modulate the extracellular matrix structure via matrix metallopro-
teinase 2 (MMP2) and, similarly, pathological loss of miR-205, as widely observed in PCa,
may favor tumorigenesis by creating discontinuities in the basement membrane [220-222].
Moreover, miR-146a expression was found significantly decreased in CRPC tissues, and its
ectopic overexpression in androgen-independent cell lines decreased tumorigenicity and
angiogenesis in vivo by targeting the EGFR pathway [223]. In a recent study, miR-33a-5p
expression was downregulated in PCa tissues with bone metastasis and bone-derived
cells, and a double-negative loop of miR-33a-5p with ZEB1 was indicated via TGF-f3
signaling [224]. These findings are in accordance with older studies in which a similar
double-negative feedback loop between ZEB2 and miR-145 was revealed [225].

Long noncoding RNA (IncRNA) is an endogenous transcribed RNA molecule contain-
ing 200 to 100,000 nucleotides. A well-known representative is the prostate specific PCa
antigen 3 (PCA3/DD3) which holds a key role in EMT through several cancer-related genes
encoding EMT markers, for instance, MTA2 and PLAUR [226]. Slug-activated PCA3 is also
known to promote PRKD3-mediated invasion and migration of PCa cells [227]. LncRNA
VIM-AS1 was found to be overexpressed in PCa tissues and cell lines and promoted PCa
proliferation and metastasis via EMT through vimentin regulation [228]. Links with novel
EMT regulators have also been revealed; the IncRNA MALAT1 enhances the oncogenic
activities of EZH2, acting as a crucial RNA cofactor, in castration-resistant PCa [229]. Addi-
tionally, the plasmacytoma variant translocation 1 (PVT1), a novel long noncoding RNA,
promotes PCa invasion and metastasis by modulating EMT through upregulation of Twist1
via a sponge effect [230]. Similar sponging effects were shown for the HOXA transcript at
the distal tip (HOTTIP) IncRNA [231].

4. EMT and Therapy Resistance in Prostate Cancer

EMT is evidently correlated not only with tumor metastasis but, most importantly,
also with therapy resistance. The role of EMT is distinct in several tumors, including solid
tumors and endocrine-related tumors such as breast and prostate carcinoma [232-235].
The stem-cell features acquired during the EMT process have revealed that the EMT
program is a critical regulator of the cancer stem cell (CSC) phenotype, mainly through
epigenetic changes (Figure 3). CSCs are more resistant than non-CSCs to various types
of conventional therapies and this may account for treatment failure and CSC-mediated
clinical relapse [236]. In preclinical and clinical models, chemotherapy and/or radiotherapy
have been shown to eliminate the bulk population of mainly non-CSCs, while leaving
behind considerable numbers of CSCs in multiple cancer types [236].

4.1. Androgen Deprivation Therapy

The mainstay of advanced or metastatic PCa therapy remains androgen blockade,
i.e,, ADT. As discussed earlier, the androgen receptor plays a disputable role in the course
of the disease, eventually acting as an undesired promoter of EMT, leading to CRPC
status. Although solid evidence is still missing, the rationale of combination therapies
that aim at both androgen and EMT pathways is intriguing. Hence, dual approaches
include the use of TGF-f inhibitors that may suppress both TWIST1 and AR expression or
TGEF-f3 receptor inhibitors that exert FOXA1-like suppressor effects on TGF-f3 (galunisertib),
the latter being currently used in a clinical trial in combination with the antiandrogen
enzalutamide [49,237,238]. Another approach is focusing on the presence of androgen
receptor splice variants or truncated receptors that are often present in CPRC. These
aberrant receptors may be inhibited by novel retinamides [239,240]. In addition to retinoids,
the use of novel AR antagonists that target both wild-type and mutated ligand-binding
domain variants to inhibit AR nuclear translocation has led to favorable results both
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in vitro and in vivo [241]. Last but not least, the neuroendocrine differentiation (NED)
eventually induced by androgen ablation is an important factor for treatment failure, with
the EMT process again playing a central role. MicroRNAs, such as miR-652, are implicated
in this process [242]. Lately, small-molecule drugs and miRNA mimics have emerged as
practical tool in the regulation of miRNAs and in potentially suppressing drug resistance
in PCa [243]. An alternative approach would be to target the Wnt/(3-catenin signaling
pathway associated with NE differentiation [71].

The EMT process in PCa has also been associated with immune evasion due to
upregulation of indoleamine 2,3-expression (IDO1) accompanied by an increased number
of immunosuppressive regulatory T cells [244]. Similar findings in bladder cancer, where
IDO1 expression can upregulate ZEB2 expression probably through miR-200c signaling,
provide a promising novel target against immunosuppression in PCa and other tumor
types [245].
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Figure 3. The development of therapy resistance: the complex interlinks among therapeutic ma-
nipulations, EMT, and cancer stem cell (CSC) development. NELC: neuro-endocrine-like cell; ADT:
androgen deprivation therapy; RadioTx: radiotherapy; ChemoTx: chemotherapy.

4.2. Chemotherapy

EMT in PCa is associated with resistance to chemotherapy, orchestrated mainly by the
action of transcription factors such as ZEB1 and ZEB2, as well as by downregulation of
“pro-epithelial” miRNAs, such as miR-143, miR-145, miR-29b, miR-34b, and the miR-200
family [235,246]. Loss of expression of miR-200 and miR-205c occurs during prolonged
treatment with docetaxel, suggesting that their restoration may reinstate chemosensitivity
by inhibiting EMT [247]. A different approach has been very recently supported by in vitro
results using alternative compounds, such as green tea, flavonoids, and minerals (zinc).
Green tea (GT) and quercetin (Q), a flavonoid from apples and onions, enhances the efficacy
of docetaxel in androgen-independent PCa cells through multiple mechanisms, including
the downregulation of chemoresistance-related proteins [248]. Quercetin was also found to
overcome docetaxel resistance in PCa cells via androgen receptor and PI3K/ Akt signaling
pathways, reversing mesenchymal and stem-like cell changes in phenotype and reducing
multidrug resistance (MDR) transporters, such as P-glycoprotein (Pgp) expression [249].
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Moreover, quercetin was shown to suppress the EMT process, deactivating the PI3K/ Akt
signaling pathway and downregulating MALAT1, a long noncoding RNA [250]. Similarly,
zinc’s synergistic effect to paclitaxel was demonstrated in PCa cell lines via EMT inhibition
by downregulating the expression of TWIST1 [251].

4.3. Radiation Therapy

Radiotherapy is an effective treatment option for localized PCa, with favorable re-
sponse rates; however, cancer cells eventually acquire radioresistance (RR) during frac-
tionated irradiation (IR) [252]. Beyond its established role in tumor invasion, metastasis,
and recurrence, EMT is also linked to radioresistance. EMT is closely associated with
CRPC, and PCa cells with more mesenchymal markers such as Snail, Vimentin, SOX2, and
N-cadherin exhibit radioresistance [253]. The common alterations in PCa cells comprise an
increased number of cancer stem cells (CSCs), neuroendocrine differentiation (NED), and
epithelial-mesenchymal transition, all of which are interlinked, as discussed earlier. Earlier
studies have shown that IR itself may induce EMT in prostate tumors via activation of the
cAMP response element-binding protein and cytoplasmic sequestration of the activating
transcription factor 2 [254]. Recently, it has be suggested that fractionated irradiation
causes an increased expression of pluripotency-associated genes, further inducing CSCs
and driving progression of NED, which triggers RR acquisition in PCa [252].

The IR-induced EMT process is mediated by several transcription factors (Snail/Slug,
STAT3, Twist, ZEB1, and ZEB2) that are activated by a variety of signaling pathways (i.e.,
Hedgehog, Notch, TGF-f3, Wnt, and others) [255]. Recently, increased EZH?2 expression
in PCa was associated with metastatic recurrence following external beam radiother-
apy [256]. The final mechanisms or radioresistance include prolongation of the production
of mitochondrial ROS, which delay cell growth as a mechanism for cell death resistance,
modulation of the rate of H,O, production and the balance between O,*~ and HyO,, and
activation of Homeobox B9 for enhancement of DNA damage and repair responses. It has
been proposed that radioresistant PCa cells adapt to higher oxidative stress via upregu-
lation of endogenous ROS-generating enzymes and antioxidant proteins [255]. Recently;,
structural maintenance of chromosome-1 (SMC1A), a subunit of the cohesin complex
involved in chromosome cohesion during cell-cycle and DNA repair, was identified as
a key factor in acquired radioresistance of metastatic PCa cells. Interestingly, inhibition
of SMCI1A in a model of DU145 and PC3 cells limited the clonogenic, EMT, and cancer
stem-like cell (CSC) properties of cancer cells and rendered them more susceptible to
RT [257]. In a similar manner, knockdown of LOXL2, a member of the lysyl oxidase gene
family, enhanced radiosensitivity of CRPC cells both in vitro and in vivo, through EMT
reversal [258].

4.4. The Role of Tumor Microenviroment (TME)

In addition to the PCa cell itself, several signals arising from the microenvironment
can play a key role in governing EMT and highly influence cancer progression or clinical
outcomes in PCa patients. A great variety of regulators and inducers, through a com-
plex network of intermingled pathways, facilitate the transition to a less differentiated,
aggressive phenotype [72]. The key players in the surrounding stroma include vascular
and neural networks, fibroblasts (particularly cancer-associated fibroblasts (CAFs)), tumor-
associated endothelial cells (TECs), innate and adaptive immune cells, and the altered
extracellular matrix [259]. EMT changes are not only guided by the tumor cells; they may
be induced by stromal cells, which play a leading role not only in tumorigenesis but also
in cancer progression and metastasis. Stromal-induced downregulation of miR-1247 by
cancer-associated fibroblasts was shown to promote EMT and increased cell invasion, as
well as stemness traits in PCa cells [260]. In a similar manner, adipose stromal cells (ASC)
induce epithelial-mesenchymal transition (EMT) in PCa cells, providing a link between
obesity-associated EMT and cancer progression. Interestingly, using a hunter-killer peptide
D-CAN, previously developed for targeted ASC, a combination therapy with cisplatin
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was more effective in suppressing growth of mouse PCa allografts and xenografts, even in
nonobese mice [261]. Further studies in a genetic model of PCa identified adipose stromal
cell-secreted chemocine CXCL12 signaling in prostate epithelium as the main EMT driver
and link between obesity and cancer progression [262].

Another paradigm of TME-mediated EMT is the Akt/mTOR pathway. In an EMT
mouse model, AP1 was found to mediate EMT and the appearance of disseminated tumor
cells via the Akt/mTOR pathway [263]. Although the exact role of the mTOR pathway in
PCa remains unclear, previous studies have underlined p-mTOR expression as a factor in-
fluencing lymphangiogenesis and lymph node metastasis in PCa patients [264]. A possible
link between EMT and the mTOR pathway has been proposed through downregulation of
RhoA and Racl signaling pathways [265]. Interestingly, the use of novel inhibitors, such
as the novel dual mTORC1/C2 inhibitor AZD2014, is able to inhibit migration, invasion,
and, more importantly, EMT progression in castration-resistant PCa cell lines, suggesting
multiple therapeutic benefits from future mTOR inhibitors [266]. However, the extremely
complex and still undeciphered crosstalk of PCa cells with the ever-adapting microenvi-
ronment still poses a challenge in understanding and overcoming TME-induced therapy
resistance [259,267].

5. Conclusions and Future Directions

As in other tumor types, accumulating evidence is emphasizing the role of EMT in
PCa progression and metastasis. The prostatic cellular plasticity should be viewed as
a flexible process, moving from EMT to MET and vice versa, depending on the tumor
cell status and tumor microenvironment. This complex procedure is also implicated in
the inevitable resistance to hormone manipulation and radiotherapy, and, at present,
conventional therapeutic approaches fail to overcome this problem. A novel approach,
aiming at EMT reversal, would focus on three main axes: (a) prevention of EMT induction
in early stages, aiming at well-known signaling processes, e.g., TGF[3, (b) selective targeting
of cells that have already undergone EMT though blockade of classic EMT markers, and
(c) reversal of the EMT process by inducing MET, using differentiation agents such as
retinoids and their derivatives. Newer therapeutic approaches using combination therapy
by novel anti-androgens/anti-estrogens and chemotherapy may promote MET and lead
to clinical benefit. However, the Dr. Jekyll and Mr. Hyde dual nature of combination
therapies on EMT should be further elucidated, in order to prevent the trans-differentiation
to neuroendocrine tumor type, a common phenomenon that only underlines the highly
complex mechanisms of cell plasticity. The role of epigenetic modifications may hopefully
shed more light on these mechanisms; using alternative metrics of correlation, several
epigenetic regulators, including miRNAs and IncRNAs, have been recently identified
as interesting candidates for further studies [268]. The reversible nature of epigenetic
modifications and the in vivo stability and favorable pharmacokinetics of small-molecule
drugs indicate a promising path for novel diagnostic and therapeutic strategies in PCa.
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