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Abstract: Breast cancer is the most common cancer in women and distant site metastasis is the
main cause of death in breast cancer patients. There is increasing evidence supporting the role
of epithelial-mesenchymal transition (EMT) in tumor cell progression, invasion, and metastasis.
During the process of EMT, epithelial cancer cells acquire molecular alternations that facilitate the
loss of epithelial features and gain of mesenchymal phenotype. Such transformation promotes cancer
cell migration and invasion. Moreover, emerging evidence suggests that EMT is associated with
the increased enrichment of cancer stem-like cells (CSCs) and these CSCs display mesenchymal
characteristics that are resistant to chemotherapy and target therapy. However, the clinical relevance
of EMT in human cancer is still under debate. This review will provide an overview of current
evidence of EMT from studies using clinical human breast cancer tissues and its associated challenges.
Keywords: breast cancer; epithelial cells; metastasis

1. Introduction
Breast cancer is the most common cancer in women and ranks second among cancer deaths
in women. Developing metastasis is the main cause of death in breast cancer patients. Based on
gene expression profiling, breast cancer has been characterized into Luminal A, Luminal B, HER2
(human epidermal growth factor receptor 2)-enriched, and basal-like subtypes—each of which has
been shown to have different prognoses [1–4]. Luminal A, Luminal B and HER2-enriched tumors retain
most epithelial features, while basal-like tumors exhibit both basal and mesenchymal features [5,6].
Basal-like breast cancer cells are constitutively more invasive. In addition, HER2-enriched tumors are
also more likely to develop metastatic disease. Even though the anti-HER2 antibody (Herceptin, also
known as trastuzumab) treatment has been successfully used to treat metastatic HER2 breast cancer,
the de novo and/or acquired resistance is still a major issue with trastuzumab treatment [7–9]. A high
proportion of HER2-overexpressing breast cancer patients who experience resistance to trastuzumab
progress to develop brain metastases. The two-year survival rate for brain metastasis is less than
2% [8,9].
To date, the epithelial-mesenchymal transition (EMT) phenomenon has been the favored
explanation of distant metastases for epithelial cancers including breast cancer. The essential features
of EMT are associated with disruption of intracellular tight junctions and loss of cell-cell contact. This
results in the loss of epithelial features and the gain of mesenchymal morphology. These cells exhibit
an increase in cell self-renewal and an increase in heterogeneous subpopulations. These features
enhance cell motility, resulting in the release of cells from the parental epithelial tissue site. These
cells gain the ability to reconstitute metastatic colonies at distant sites [10,11]. The prevailing model of
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metastasis suggests that a small subpopulation of cancer cells acquires cancer stem-like cell (CSCs)
traits [12], exhibits mesenchymal cell characteristics, and migrates away from the primary tumor site
and progresses to distant metastatic sites [13]. Tumor cells which have undergone EMT also display
features similar to experimentally defined CSCs, such as similar cell surface markers to those of CSCs
and reduced cell proliferation rates [14,15].
However, to date, EMT is largely demonstrated within the theoretical framework built on
observations from in vitro cell culture models. The pathologic evidence of EMT in human cancer tissue
samples has not yet been well established. Demonstrating EMT in human cancer is complicated by the
fact that most tissue samples obtained from human tumors were taken at various time points—either
from primary or metastatic sites. The tissues from these sites may have either not yet undergone EMT
or undergone the reverse process of mesenchymal-to-epithelial transition (MET) [16–19], respectively.
Histopathological analysis can expediently differentiate between epithelial cancer cells and fibroblasts
based on the prototypical spindle-shaped morphology of the fibroblasts. However, epithelial cells
which have undergone EMT and have converted to the mesenchymal type of cells are hardly
distinguishable from fibroblasts. Therefore, it has been a challenge to assess tumor progression
based on “EMT” in current clinical practice, especially through traditional pathological assessment.
The challenges from traditional assessment methods can be partially overcome by utilizing gene
profiling. It has been established that multiple molecular changes are required for epithelial cells to gain
a mesenchymal phenotype. Studies from gene profiling show that numerous genes are differentially
expressed during the EMT process [20–22]. Several interrelated pathways and a cluster of signaling
molecules have been identified to be involved in the EMT process as well as in the tumor progression
and metastases that occur subsequently [20,21]. These signals could play key roles in governing the
cancer cells through the EMT program, thereby predicting clinical outcomes of cancer patients.
Here, we will focus on discussing characteristics of EMT that may be evaluated in clinical samples
for accessing EMT initiation and determining tumor progression in breast cancer.
2. EMT and Its Plasticity Features
Breast cancer originates from epithelial tissue and, hence, originally is characterized by a typical
“sheet-like” morphology with apical-basal polarity, with intact tight and adherent junctions, which
are separated from the underlying tissues by the basement membrane (a thin layer of specialized
extracellular matrix). Mesenchymal cells are oppositely characterized by loosely associated cells
and disorganized cellular layers that lack polarity and tight cell-to-cell adhesion proteins. The
morphology of mesenchymal cells is better adapted to cell migration. EMT is typically characterized
as loss of epithelial cell adhesion protein E-cadherin and cytokeratins together with the gain of
mesenchymal-associated molecules N-cadherin, Vimentin, and fibronectin (Figure 1). The process
is described as “cadherin switching”, i.e., down-regulation of E-cadherin and up-regulation of
N-cadherin [23,24]. The status of these biomarkers has not been fully evaluated in clinical breast
cancer tissues undergoing EMT. However, the expressions of some EMT-associated biomarkers have
been detected in a variety of clinical human cancer tissues including breast cancer. Several studies
examined EMT-related markers, such as Vimentin, N-cadherin, Snail, Slug, Twist, N-cadherin and
cytokeratins expression, in different subtypes of breast cancer tissues by immunohistochemistry (IHC).
The data suggest that the EMT-related markers were more likely to be expressed in the basal-like
subtype of breast cancer and are related to the aggressiveness of the tumors [12,25–28]. Hence, the
expression of EMT markers may be used to infer EMT-like changes in breast cancer tissues.
The cadherin switch (i.e., E-cadherin´ /N-cadherin+ phenotype) is found to be more frequently
observed in HER2+ receptor subtypes of breast cancer, as described by Aleskandarany et al. [27].
However, a study conducted by Tsang et al. failed to show a predictive role of EMT marker expression
in disease outcomes [29]. In their study, expression of P-cadherin and Vimentin were examined by IHC
in a large cohort of breast carcinomas (n = 1145). Their data suggested that P-cadherin and Vimentin
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Figure 1. Schematic of the epithelial to mesenchymal transition (EMT). This process results in a
Figure 1. Schematic of the epithelial to mesenchymal transition (EMT). This process results in a
transformation and transition of polarized epithelial cells toward mobile mesenchymal cells. Expression
transformation and transition of polarized epithelial cells toward mobile mesenchymal cells.
of cytokeratins is a feature of epithelial cells. The increased expression of Snail, Slug, Twist, fibronectin
Expression of cytokeratins is a feature of epithelial cells. The increased expression of Snail, Slug, Twist,
and Vimentin is common in mesenchymal cells. The E-cadherin to N-cadherin switch indicates
fibronectin and Vimentin is common in mesenchymal cells. The E‐cadherin to N‐cadherin switch
epithelial cells are progressing through EMT.
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evidence of EMT in circulating tumor cells (CTCs) from patients with progressive metastatic solid
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5. EMT and Resistance to Treatment
The importance of EMT in vivo has been associated with resistance to chemotherapy in lung
cancer recently [42]. Even though EMT was not required for lung metastasis in the mouse model in
the study [42], therapeutic failure still could be a main cause of cancer metastases. Drug resistance
has been correlated with the presence of the molecular “pump” in tumor cell membranes that actively
expel chemotherapeutic drugs from the interior. This allows tumor cells to avoid the toxic effects of the
drug or other molecular processes within the nucleus or the cytoplasm. The “pump” commonly
found to confer resistance to chemotherapeutic agents in cancer is P-glycoprotein 1 (Pgp), also
known as multidrug resistance protein 1 (MDR1). Increasing MDR1 expression was found to be
associated with EMT processes in breast cancer cell resistance to the Adriamycin treatment [43].
Li et al. found that those MCF-7 breast cancer cells which become resistant to Adriamycin displayed
enhanced invasion. Depletion of Twist1 expression in these cells blocked EMT and partially reversed
drug resistance, suggesting that EMT contributes to resistance to Adriamycin [43]. Multiple studies
have demonstrated that breast cancer cells’ resistance to paclitaxel/docetaxel and 5-fluorouracil is
also accompanied by EMT [20,44–46]. Furthermore the EMT-associated resistant phenotype was
reported for therapies targeting hormone and epidermal growth factor receptors as well. The
ER-positive breast cancer cell line, MCF-7, became tamoxifen-resistant (MCF7-TamR) when it gained
an EMT-like morphology—growing as loosely packed colonies with loss of cell-cell junctions and
altered morphology [47]. The MCF7-TamR cells also expressed increased mRNA levels of Snail,
Vimentin, and N-cadherin and decreased levels of E-cadherin, which are considered hallmark EMT
characteristics [48]. Moreover, the EMT-like phenotype was also associated with HER2-overexpressing
breast cancer cells resistant to trastuzumab [49,50]. A relative enrichment of EMT features was observed
in the de novo resistance to trastuzumab in the HER2-positive breast cancer cell line JIMT1 [49] and
acquired resistance to trastuzumab cell lines SKBR3/100-8 and BT474/100-2 that were generated from
HER2-overexpressing breast cancer cell lines SKBR3 and BT474, respectively, in our laboratory [50].
Based on data from in vitro cell culture models, the crucial role of EMT in breast cancer resistance to
chemotherapy and/or target therapies has been highlighted. However, we lack direct clinical evidence
for EMT to cause drug resistance in solid breast tumors. Considering the postulated EMT model
in tumor metastasis, epithelial tumor cells are likely to undergo EMT prior to entering circulation.
A translational study was conducted to verify EMT in relation to chemotherapy using CTCs from
breast cancer patients treated with neoadjuvant therapy [51]. In this study, Mego et al. investigated
mRNA transcripts of EMT-inducing transcription factors (TFs) including Twist, Snail, Slug, ZEB1 and
FOXC2 in tumor cells from the peripheral blood of 52 primary breast cancer patients by RT-qPCR.
They defined the cut-off level of those transcripts using healthy donors’ samples and found that more
than 15% of the samples overexpressed EMT-TFs [51]. Interestingly, over-expression of EMT-TFs was
more likely to be detected in CTCs from patients who received neoadjuvant therapies. However, this
study was not able to confirm the significance of neoadjuvant therapies in expressing EMT-TFs in
CTCs due to the limitation of the study design and sample size. Nonetheless, the data provide links
between EMT and treatment resistance in clinical samples. Additional studies are required to identify
and/or validate markers for detecting cancer cells undergoing EMT in solid tumor or in CTCs.
6. Molecular Mechanisms of EMT
6.1. Signaling Pathways Mediate EMT
Understanding the molecular mechanisms responsible for EMT-mediated drug resistance and
tumor metastasis will be essential for the discovery of new strategies to prevent EMT and restore
the sensitivity of cancer cells to therapeutic treatment. EMT can be triggered by a diverse set of
stimuli that includes growth factor signaling, cytokines, and tumor-stromal cell interaction. The
transcriptional factors (TFs) Snail, Slug, Twist and zinc-figure E-box-binding homeobox (ZEB1 and
ZEB2) are classified as EMT inducers. These TFs can induce EMT via different cell signaling pathways.
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To date, the TGF-β (Transforming Growth Factor β), Wnt (wingless-type MMTV (mouse mammary
tumor virus))/β-catenin, and Notch (a family of transmembrane proteins) pathways have been strongly
implicated in inducing EMT in epithelial cells including breast cancer epithelial cells.
6.1.1. TGF-β Signaling
The most classical experimental model is the induction of EMT by TGF-β in epithelial cell culture.
Upon TGF-β induction, the type II receptor (TGFR2) is activated and phosphorylates the type I receptor
(TGFR1), thereby activating the Smad pathway and inducing EMT [52–54]. In the Smad-dependent
pathway, TGF-β activates the type II receptor (TGFβRII), resulting in phosphorylation of the type
I receptor (TGFβRI), and then activation of Smad3. The phosphorylated Smad3 recruits Smad4
and translocates into the cell nucleus. The Smad3/4 complex in the cell nucleus is able to activate
EMT-inducers and lead to EMT and tumor metastasis. A recent study from Xue et al. showed that the
mechanism of TGF-β-induced EMT in breast cancer cells is via the FOXM1 transactivation of Slug
through the Smad pathway [55]. The activated Smad3/4 complex in the cell nucleus can also repress
ID2 by interaction with transcription factor 3 (ATF3), thus enhancing Twist expression and leading to
EMT [56]. Recently, it has also been reported that TGF-β can induce the CSC phenotype and cause EMT
in vitro by up-regulation of Oct-4, Nanog, N-cadherin, Vimentin, Slug and Snail, and down-regulation
of E-cadherin and Ck18. Knock-down of Oct-4 and Nanog inhibited the TGF-β-induced EMT [57]. The
same study also showed that up-regulation of Oct-4 and Nanog in primary breast cancer tissue was
associated with a poor prognosis.
6.1.2. Wnt Signaling
The Wnt/β-catenin signaling pathway is also implicated in playing a critical role in EMT in
breast cancer cells. The Wnt signaling pathway can be initiated by the binding of Wnt ligands to
transmembrane receptors of the Frizzled family. This induces stabilization of β-catenin by destruction
of the APC complex, cell-cell adhesion, and E-cadherin. As a result, β-catenin accumulates in the
nucleus, forming the β-catenin/TCF/LEF transcriptional complex, and drives transactivation of Wnt
signaling–targeted genes which promote EMT [58,59]. Aberrations in the Wnt signaling pathway
have been linked to many human cancers, including breast cancer, and appear to be associated with
resistance to therapeutic treatment and aggressive types of cancer [60–62].
Data from our laboratory have shown that up-regulation of Wnt3 in trastuzumab-resistant
HER2-overexpressing breast cancer cells activates the Wnt/β-catenin pathway and promotes the
EMT-like transition [50]. In our study, knock-down of Wnt3 by siRNA restored cytoplasmic expression
of β-catenin and decreased the EMT markers, suggesting that the EMT-like transition may be a
unique feature of the cells acquiring resistance. Cell invasiveness was inhibited in response to Wnt3
down-regulation as well. Up-regulation of the Wnt signaling pathway was also found in MCF-7 cells
when they acquired Tamoxifen resistance. Together, these data support the role of the Wnt signaling
pathway in acquired resistance and link it to an EMT-like transition [62].
6.1.3. Notch Signaling
In breast cancer patients, increased expression of Jagged1 (a ligand for the receptor Notch1) and
Notch interactions has been shown to be predictive of poor overall survival [63]. In vitro studies have
demonstrated that Notch participates in cancer metastasis by modulating EMT [64]. Jagged1-induced
EMT has been shown as a mechanism which promotes tumor invasion and metastasis in breast
cancer [65]. Data from the same study demonstrated that Jagged1-mediated Notch activation induces
EMT through repression of E-cadherin by Slug. Notch-related EMT in breast cancer cells was also
reported by Shao et al. [66]. Silencing Notch signaling showed growth arrest and inhibition of EMT in
both breast cancer stem cells and breast cancer cells [67].
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6.1.4. Interaction of Signaling Pathways on EMT
Numerous evidence suggests that EMT can be regulated by the signaling cooperation and the
convergence of different pathways on common targets [68]. Bakin et al. found that TGF-β-induced
EMT was associated with the PI3K/Akt pathway. In their study, TGF-β induces EMT in mouse breast
tumor line 4T1 via phosphorylation of Smad2. However, TGF-β-mediated phosphorylation of Smad2
was required to activate PI3K/Akt signaling. Co-incubation with PI3K inhibitor LY294002 reduced
TGF-β-mediated Smad2 phosphorylation markedly, and at the same time phosphorylation of Akt at
ser-473 was blocked completely [69].
In addition to the PIK3K pathway, TGF-β has been reported to activate the MAPK pathway and
p38 MAPK-JNK pathway in relation to EMT [70–73]. Furthermore, TGF-β could induce ubiquitination
of TRAF6 to activate TβRI and promote EMT via the p38 and JNK pathways [74,75]. Studies from
our lab and others have also shown that activation of STAT3 can induce EMT [76]. Phosphorylation
of STAT3 in MCF-7-HER2 cells (MCF-7 cells with HER2 expression) promoted CSC traits, including
an increase in the number of CD44-positive cells. These cells also had increased Vimentin expression
and decreased E-cadherin expression [76]. TGF-β can also facilitate EGF (Epidermal growth factor) or
FGF (fibroblast growth factor)-inducing EMT [68,77,78]. Although both the TGF-β and Wnt/β-catenin
signaling pathways play a dominant role in the initiation of EMT, the two pathways often cooperate in
regulating gene expression and the EMT process [79].
It is apparent that gaining a stable mesenchymal phenotype requires sustained EMT-promoting
signals, otherwise the metastatic mesenchymal phenotype may revert back to a more epithelial
phenotype. As described in the mechanisms above, sustaining the EMT phenotype can be
accomplished through autocrine and/or continuous paracrine signaling through the TGF-β and/or
Wnt pathways [80]. Most recently, the epigenetic landscape has been proposed to govern the stability
of EMT plasticity in tumor cells as well [81].
6.2. Epigenetics Regulation of EMT
Accumulating evidence indicates that epigenetic changes including DNA methylation, histone
modification (methylation, acetylation, and ubiquitination), nucleosome remodeling, and alternations
of microRNAs could regulate EMT in cancer cells [81–84].
6.2.1. DNA Methylation and Histone Modification in Regulation of EMT
Hypermethylation of the E-cadherin promoter region has been frequently reported in human
cancer including breast cancer [85–87]. The repression of E-cadherin by hypermethylation
was confirmed by reversal of the repression by treatment with the demethylating agent
51 -aza-21 -deoxycytidine (5Aza-dC) in several cancer cell lines [85–87]. A hospital-based study
conducted by Ulirsch et al. examined association of the DNA methylation of Vimentin in breast
tumors and survival [88]. The status of Vimentin methylation was found to be inversely correlated
with survival, but the sample size of the study was relatively small (n = 83).
Histone methylation can be associated with either transcriptional repression or activation.
Changes in histone markers, such as H3K9me2 and H3K9me3, occur during the EMT process
frequently. The epigenetic modification of histones can govern the stability of the EMT plasticity.
Methylation of histone H3 on lysine 9 (H3K9me2) was reported to mediate E-cadherin transcriptional
repression and drive tumor invasion and metastasis in endometrial cancer [89]. The histone H3 Lysine
9 methyltransferase, G9a, was also critical for Snail-mediated E-cadherin repression in human breast
cancer [90,91].
Dong et al. found that knock-down of G9a suppressed H3K9me2 and restored E-cadherin
expression [90]. Lysine-specific histone demethylase 1A (KDM1A), also known as lysine (K)-specific
demethylase 1A (LSD1), can demethylate mono- and di-methylated lysines, specifically histone 3,
and lysines 4 and 9 (H3K4 and H3K9). It has been reported that LSD1 is essential for Snai1-mediated
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transcriptional repression and for maintenance of the silenced state of Snai1 target genes in invasive
cancer cells [91]. Data from their study showed that in the absence of LSD1, Snai1 failed to repress
E-cadherin.
Furthermore, many of the EMT-TFs contain DNA binding domains and are able to mediate certain
genes through the enhancer box (E-box) in gene promoters [92]. For instance, both Snail and Slug
are known to bind to E-box elements and repress E-cadherin expression in breast cancer cells [93,94].
At the E-cadherin promoter, Snail binds to E-box elements and recruits HDAC1, HDAC2, and SIN3A
complex to repress E-cadherin expression. Slug also binds to E-box elements, and recruits CtBP and
HDAC3, thus also repressing E-cadherin and inducing EMT.
6.2.2. MicroRNAs in Regulation of EMT
Recently, microRNAs (miRNAs), a new class of regulatory molecules, have been recognized
as playing an important role in cancer metastases and they are regulated by epigenetic
mechanisms [95,96]. Over 1400 miRNA have been identified in humans so far and de-regulation
of miRNAs has profound consequences, such as inducing broad downstream changes in multiple
genes [96]. Several miRNAs have been described as critical regulators in EMT, such as miR-200,
miR-155, miR-137, miR-10b and miR-9 [97–103]. miR-9 and miR-115 have been reported to be elevated
in invasive breast cancer tissues [98,102–104]. miR-9 promotes breast cancer progression through
targeting CHD1, the E-cadherin-encoded gene [98]. miR-155 can mediate EMT due to its association
with the TGF-β/Smad pathway [105,106], while the miR-200 family has been recognized as suppressors
of EMT [107,108]. Eades et al. showed that miR-200 inhibits EMT through targeting ZEB1 and ZEB2,
well-known transcriptional repressors of E-cadherin [107]. Inhibition or over-expression of miR-200c
resulted in altered ZEB1 and ZEB2 expression and affected p53-regulated EMT in the normal mammary
epithelial cell line MCF12A [108]. The same study also found that loss of p53 and decreased miR-200c
in breast tumors were associated with increased expression of EMT markers and high tumor grade in
breast tumors [108]. It has been suggested that p53 can regulate EMT through microRNAs targeting
ZEB1 and ZEB2, as reported by Kim et al. [109]. In addition to miRNAs, unpublished data from
our laboratory showed that long noncoding RNAs could also regulate EMT and tumor metastasis in
breast cancer. MALAT1 (metastasis associated lung adenocarcinoma transcript (1)), known as NEAT2
(noncoding nuclear-enriched abundant transcript (2)), is a large, infrequently spliced non-coding RNA,
which is highly conserved among mammals and highly expressed in the nucleus [110]. MALAT1
was originally identified as a prognostic marker for metastasis and patient survival in non-small-cell
lung carcinoma (NSCLC) [111]. Up-regulation of MALAT1 has been associated with cell migration
and tumor metastases in lung, bladder, cervical and colon cancers [111–117]. Abundant expression
of MALAT1 was also identified in breast tumor sequences [118]. We have found that MALAT1 was
significantly up-regulated in trastuzumab-resistant HER2 cells and in the more metastatic TNBC cell
lines. The upregulation of MALAT1 in those cells was also associated with upregulation of EMT
markers. Knock-down of MALAT1 by siRNA decreased EMT-TFs, Slug, Snail, and Twist significantly
and inhibited cell invasion.
6.2.3. Epigenetic Therapies and EMT
The reversibility of epigenetic alternations has attracted researchers and pharmaceutical
companies to explore and develop novel targets for therapeutic intervention in cancer. Strategies
include reversal of DNMTs (DNA methyltransferases) activity or inhibition of histone modification.
Restoring E-cadherin expression and suppressing metastasis formation and primary tumor growth
by 5-aza-21 -deoxycytidine has already been proven in the in vivo model of breast cancer using the
MDA-MB435S cell line [119]. Currently, the majority of epigenetic drugs have been discovered
to reverse DNA methylation and aberrant histone modifications, such as 5-aza-21 -deoxycytidine
and HDAC inhibitors [120–122]. However, so far, clinical efficacy of those epigenetic therapies is
still limited in solid tumors [123–125]. This is difficult for several reasons. Foremost, these broad
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de-methylating agents are associated with toxicities. Secondly, EMT is a highly dynamic process and
involves multiple intermediate states—hence, targeting at the “right time” will be a challenge. The
modulation of the epigenetic regulatory mechanisms for EMT needs to be further elucidated. An
epigenetic therapeutic approach could prevent EMT occurrence, block metastasis, and, perhaps, also
prevent cancer recurrence.
Chromatin-modifying enzymes are another class of molecules likely to play a significant role in
the regulation of EMT. Recently, Vorinostat, a histone deacetylase inhibitor, has shown the ability to
enhance the efficacy of carboplatin and paclitaxel in patients with advanced non-small-cell lung cancer
(NSCLC) [126]. In this phase II randomized, double-blinded, placebo-controlled study, Ramalingam
et al. evaluated the efficacy of Vorinostat in combination with carboplatin and paclitaxel in patients
with advanced-stage NSCLC. Data from this study showed a trend toward improvement in median
progression-free survival and overall survival in the Vorinostat arm. The miRNAs are also known to be
able to regulate target genes and multiple cellular processes that involve the regulation of EMT. Hence,
miRNA signaling has gained attention as a potential therapeutic target. Combination of epigenetic
approaches and chemotherapies and/or cell signaling inhibitors could be a more promising way for
the prevention of EMT and cancer metastasis.
7. Conclusions
As mentioned above, the majority of the evidence linking breast cancer progression with EMT
is derived from studies in cancer cell lines and/or animal models. Therefore, its relevance in human
cancer is still under debate and exploration. The reversibility of EMT-MET is one possible reason
that has made this process difficult to definitively identify in human samples. Also, it has become
increasingly evident that the EMT process may not simply result in cells with either the EMT or MET
state. Rather, the EMT process involves a series of transitions and a spectrum of multiple intermediate
states lying between the two cellular endpoints [80].
Validating biomarkers related to EMT in patient models will be highly crucial for identifying
patients at risk of developing drug resistance and metastasis. A solid set of validated biomarkers
could inform healthcare providers and patients in selecting treatment protocols and how aggressively
they may choose to manage their cancers. The panel of markers may include CSC markers, EMT-TFs,
key pathways regulators, non-coding RNAs, and mesenchymal or epithelial markers. Table 1 shows
the clinical significance and prognosis value of EMT-related markers that have been evaluated using
clinical samples. Clearly, the list of markers needs to be further validated and expanded. Furthermore,
the method of detection of the biomarkers such as the antibodies used for immunohistochemistry
needs to be validated and standardized as well, if they are to have broad clinical utility.
The advent of the human genome sequencing platform and gene profiling by microarray analysis
has allowed us to stratify molecular signatures from tumor tissues. These will enable us to better
identify the panel of biomarkers associated with the initiation of EMT and, possibly, assist in predicting
the risk for tumor metastasis. The knowledge that we have gained from cell culture models with recent
advances in imaging techniques will also enhance our ability to capture the EMT process during cancer
progression in clinical samples. Understanding the biology of EMT and use of recent technologies
and strategies will help in targeting EMT-associated cancer progression and designing customized
therapies in the future. These strategies will give cancer patients hope to have the best selection of
treatment protocols and improve disease outcome.
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Table 1. Clinical significance of epithelial to mesenchymal transition (EMT)-related markers.
Study

N

Method

Markers

Clinical Outcome

p-Value

Lin et al. [26]
Aleskandarany et al. [27]

441
1035

IHC
IHC, RPPA

Associated with Low DFS and Low OS
Associated with Low DFS and Low OS

Wu et al. [37]

126

IHC

Lin et al. [40]
Ma et al. [98]
Bonnie et al. [127]

147
45
492

IHC
RT-qPCR
IHC

Khramtsov et al. [128]

117

IHC

Martin et al. [129]

190

RT-qPCR

Low E-cadherin, High Slug, High Vimentin
Low E-cadhirin and High N-cadherin
CD44+ /CD24´ vs. CD44´ /CD24´ ;
CD24+/ CD44´ vs. CD44´ /CD24´
CD44high /CD24low
miR9
Low E-cadherin
High cytosolic β-catenin
Or High or High nuclear β-catenin
High Twist
High Snail
High Slug

Mylona et al. [130]

155

IHC

CD44+ /CD24´ ; CD24+/ CD44´

Gwak et al. [131]

295

IHC, RT-qPCR

miR9

<0.01
<0.001
0.05
0.016
<0.05
<0.01
<0.05
0.0005
0.039
n.s.
n.s.
0.05
n.s.
<0.05
<0.05

Associated with Low DFS
Associated with Low DFS and Low OS
Associated with Metastasis
Increased HR of all-cause mortality
Associated with Low OS
High mortality
High mortality
High metastasis
No association with DFS and OS;
Associated with low DFS and OS
Associated with low DFS and OS

IHC: Immunohistochemistry; RPPA: Reverse phase protein microarray; RT-qPCR: Reverse transcription real-time polymerase chain reaction; DFS: Five-year disease-free survival; OS:
Overall survival; HR: hazard ratio; n.s.: no statistical significance; N: sample size.
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