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Simple Summary: Head and neck squamous cell carcinomas (HNSCC) are common malignancies
with considerable morbidity and a high death toll worldwide. Resistance towards multi-modal
therapy modalities composed of surgery, irradiation, chemo- and immunotherapy represents a major
obstacle in the efficient treatment of HNSCC patients. Patients frequently show nodal metastases
at the time of diagnosis and endure early relapses, oftentimes in the form of local recurrences.
Differentiation programs such as the epithelial-to-mesenchymal transition (EMT) allow individual
tumor cells to adopt cellular functions that are central to the development of metastases and treatment
resistance. In the present review article, the molecular basis and regulation of EMT and its impact on
the progression of HNSCC will be addressed.

Abstract: Head and neck squamous cell carcinomas (HNSCC) are common tumors with a poor
overall prognosis. Poor survival is resulting from limited response to multi-modal therapy, high
incidence of metastasis, and local recurrence. Treatment includes surgery, radio(chemo)therapy, and
targeted therapy specific for EGFR and immune checkpoint inhibition. The understanding of the
molecular basis for the poor outcome of HNSCC was improved using multi-OMICs approaches,
which revealed a strong degree of inter- and intratumor heterogeneity (ITH) at the level of DNA mu-
tations, transcriptome, and (phospho)proteome. Single-cell RNA-sequencing (scRNA-seq) identified
RNA-expression signatures related to cell cycle, cell stress, hypoxia, epithelial differentiation, and a
partial epithelial-to-mesenchymal transition (pEMT). The latter signature was correlated to nodal
involvement and adverse clinical features. Mechanistically, shifts towards a mesenchymal pheno-
type equips tumor cells with migratory and invasive capacities and with an enhanced resistance
to standard therapy. Hence, gradual variations of EMT as observed in HNSCC represent a potent
driver of tumor progression that could open new paths to improve the stratification of patients and
to innovate approaches to break therapy resistance. These aspects of molecular heterogeneity will be
discussed in the present review.

Keywords: head and neck squamous cell carcinoma; (partial) epithelial-to-mesenchymal transition;
therapy resistance

1. Introduction

Head and neck squamous cell carcinoma (HNSCC) have an incidence of approx-
imately 600,000 new cases worldwide per year and represent the sixth most frequent
cancer type [1–3]. Overall survival rates remain rather poor despite multi-modal treat-
ment approaches composed of surgical removal of the primary tumor and cervical lymph
nodes, (neo)adjuvant radio(chemo) therapy (RCT), and targeted therapy, including epi-
dermal growth factor receptor (EGFR)- and programmed cell death protein 1 (PD1) and
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programmed death ligand (PD-L1)-specific biologicals. Major parameters related to a
poor outcome of human papillomavirus (HPV)-/p16-negative HNSCC are the presence
of lymph node metastases and local or loco-regional recurrences, which are a reflection
of potent therapy resistance in these malignancies [4]. High mutational burden in gene
coding regions is correlated with poor prognosis of HNSCC [5,6] and the degree of genetic
heterogeneity is a measure for the clinical outcome of patients. High values of mutant
allele tumor heterogeneity (MATH) correlate with reduced survival [7]. Generally, intra-
and inter-tumor heterogeneity (ITH) entails major obstacles in the treatment of malignant
tumors. A solid cancer contains several billion tumor and stromal cells at the time of diag-
nosis, including many genetically and epigenetically distinct cell clones exhibiting diverse
phenotypes and functional features. Strong ITH has a significant prognostic value across
many cancer types where it associates with poorer clinical outcome and is particularly
pronounced in HNSCC [8,9].

From a tumor evolutionary standpoint, the mucosal lining of the upper aerodigestive
tract is subject to field cancerization. Predominantly in HPV-negative HNSCC, epithelial
cells are chronically exposed to tobacco-contained carcinogens, frequently in combina-
tion with alcohol consumption and typically for decades. Alternatively, gastroesophageal
reflux, betel nut, and airborne agents can also induce molecular changes leading to pre-
malignancies such as Barret’s esophagus, amongst others [4,10]. Stochastic in principle,
some carcinogen-induced (epi)genetic alterations may confer survival and/or proliferative
advantages to the affected cell and its offspring. Therefore, these cells will sooner or later
replace neighboring cells lacking these advantages, while being further exposed to carcino-
genic impact. Thus, different areas containing a variety of premalignant variants of mucosal
cells develop, termed (preneoplastic) fields. Some variants eventually complete malignant
transformation to become the originator of a primary squamous cell carcinoma [11–13]. Be-
cause of the multilocular nature of field cancerization, HNSCC patients are often diagnosed
with syn- or metachronous second primary carcinomas. Due to their invisibility to the
naked eye and conventional histopathological examination techniques, it can be assumed
that premalignant fields of origin are seldomly surgically excised and/or irradiated in toto.
Therefore, local recurrences in terms of second field tumors arising from preneoplastic
mucosa left in situ remain frequent even when histopathologically clear resection margins
were achieved during the surgical resection of the primary carcinoma [14–16].

The selective pressure promoting the outgrowth of the fittest premalignant clones may
be less pronounced during early stages of carcinogenesis. However, a growing scarcity of
resources such as nutrients and oxygen, physical barriers such as the basement membrane
or progressive perilesional fibrosis, and/or increasing immune surveillance represent pow-
erful restrictors of malignant growth. Genomic heterogeneity and phenotypical diversity
already present and further increasing during carcinogenesis are excellent prerequisites
to overcome these limitations. Although not purposefully produced, those clones able to
overcome specific boundaries arising at a specific time point and at a specific location of
tumor growth will prevail and be selected [17]. Gerlinger and colleagues impressively
demonstrated the branched evolution of clear-cell carcinoma cells obtained from different
localizations within the primary tumor, as well as from multilocular metastases. Tissue
samples showed mutations common to all localizations, mutations exclusively shared
by biopsies within the primary tumor, as well as mutations shared by distant metastases
only [18].

Despite the appealing logic of Darwinian principles applied to oncology, it remains
largely unknown how much of the genomic heterogeneity found in different cancers has
functional consequences [19]. It may well be that driver gene mutations are responsible
only for fundamental aspects of malignant growth such as replicative immortality, evasion
of growth suppressors, and resistance to cell death. Other hallmarks of cancer such
as invasive and metastatic growth, deregulated metabolism, inflammatory responses,
immune escape, and therapy resistance [20] may primarily be caused by altered signaling
and epigenetically regulated programs such as EMT, hypoxic response, or xenobiotic
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defense. Notably, the expression of these programs and their vast effects on cellular
phenotypes cannot be detected by sequencing cancer genomes but relies on transcriptomic
and proteomic approaches. Eventually, a combination of multi-omic approaches that
comprehensively tackle DNA mutations, epigenetic regulation, and protein expression and
activity are central to a deepened understanding of HNSCC progression. For instance, such
a proteogenomic approach recently uncovered a far more important role of the expression
of EGFR ligands than of the receptor itself in determining EGFR-targeted therapy responses,
thus providing valuable new molecular insights [21].

In this review, we focus on the role of EMT in the development of heterogeneity and
therapy resistance.

2. Sources of Phenotypic Diversity in HNSCC

Cancer cells differ in numerous phenotypic and functional aspects, including their
morphology, proliferation, metabolism, motility, invasiveness, their ability to induce an-
giogenesis and to evade immune responses. Phenotypic ITH is frequently accompanied
by excessive genetic heterogeneity. Impaired DNA repair and errors during replication
and/or chromosome segregation are common causes for a wide range of lesions, such as
point mutations, insertions and/or deletions, as well as chromosomal rearrangements and
alterations of the copy number of entire chromosomes [22]. Thus, cancer cells accumulate
somatic mutations and show losses and/or gains of chromosomes and segments. Although
the tolerance towards genomic instability appears limited, even cancer cells that show copy
number changes in large proportions of their genome can survive and proliferate exten-
sively. Next-generation DNA sequencing approaches have demonstrated that HNSCC
accumulate on average 130 mutations in exome regions and that 75% of these mutations
result in non-silent changes in coding regions [6]. In HPV-negative HNSCC, most frequent
mutations and chromosomal alterations occurred in the driver genes P53 (84%), CDKN2A
(58%), PIK3CA (34%), CCND1 (31%), EGFR (15%), MYC (14%), NOTCH1 (14%), and FGFR1
(10%) [5]. Knowledge of these frequent mutations is essential and contributes to the defini-
tion of potential targets for therapy. For example, gene amplifications of EGFR can promote
EGFR-dependent signaling and qualify this receptor tyrosine kinase as a therapeutic target
in HNSCC treatment, although predominantly for palliative treatment [4,23].

An additional source of ITH is epigenetic alterations regulating the transcriptional
activity of genes via chromatin remodeling, DNA methylation, and non-coding RNAs. In
HNSCC, changes in nuclear size, prominent nucleoli, dense hyperchromatic DNA, and a
high nuclear-cytoplasmic ratio indicate profound alterations in chromatin structure and
function [24]. It has been proposed that epigenetic modifications, particularly heritable
methylation patterns, are more likely to initiate neoplastic growth than somatic muta-
tions [25,26]. In fact, methylation patterns across carcinomas are so specific that they allow
differentiating HNSCC-derived lung metastasis from primary lung carcinoma despite
the huge similarity at the cellular level [27]. Altered regulation of transcriptional activ-
ity by promoter-methylation was shown for genes with central roles in cell cycle arrest,
DNA-repair, apoptosis, cytoskeleton organization, cellular adhesion, and migration.

Prominent genes can be functionally altered by multiple mechanisms. As a good
example, the gene for cyclin-dependent kinase inhibitor 2A (CDKN2A), which codes for the
two cell cycle inhibitors p14 and p16, is not only prone to homozygous deletions in HNSCC.
Additionally, CDKN2A becomes silenced via histone 3 lysine 9 hypermethylation and
lysine 4 hypomethylation, resulting in reduced gene transcription that can be counteracted
using demethylating agents [28–30].

Non-coding microRNAs (miRNAs) compose yet another source of regulation involved
in the post-transcriptional modulation of genes, which can be used as biomarkers in
HNSCC [31]. A five-miRNA signature was extracted from n = 85 patients and was validated
in a second cohort of n = 77 patients as a strong and independent prognosticator for
recurrence and survival in HPV-negative HNSCC. These miRNAs were partly known from
other solid tumors, including breast, pancreatic, and non-small cell lung cancer, and were
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previously associated with hypoxic response, mitochondrial metabolism, survival, and
immune responses. Three miRNAs of the five-miRNA signature (namely hsa-miR-6508-5p,
hsa-miR-4306, and hsa-miR-7161-3p) had not been related to cancer previously. These
miRNAs have been linked to prominent tasks such as p53 signaling, DNA double-strand
break repair, pre-NOTCH expression, and senescence-associated pathways [32].

In summary, cancer cells exploit diverse physiological cellular programs, thereby
changing their phenotype and functionality, including the induction of gradual forms of
EMT. Currently available data do not suggest a major contribution of specific mutations
in initiating or orchestrating this reversible transition to more mesenchymal features.
However, somatic mutations and differential epigenetic modulation can alter signaling
pathways and, thus, influence the equilibrium either towards or against the activation
of EMT. The progressive transition from epithelial to mesenchymal phenotypes can be
categorized into three variants termed EMT type 1 to 3. EMT type 1 has a crucial role
during embryogenesis at the stage of gastrulation and germ layer definition, whereas EMT
type 2 is instrumental in wound healing. In cancer, EMT type 3 is associated with malignant
progression conferring multiple traits of high-grade malignancy to carcinomas, including
tumor-initiating potential, therapy resistance, as well as locally invasive and metastatic
growth [33–37]. It must, however, be stated that metastasis formation in the absence of
overt signs of EMT have been reported in other entities [38,39]. Therefore, the role of EMT
as an indispensable contributor to cancer progression remains a matter of debate [36,40,41].
Diverse degrees of EMT in HNSCC, their regulation and implications will be discussed in
the following chapter.

3. EMT in HNSCC

Over the past 15 years, PubMed entries with the search term “HNSCC EMT” have
gradually increased every year and have accumulated to over 500 publications in 2021.
Partial forms of EMT (i.e., pEMT) have been implicated in several central aspects of cancer
progression and emerged as a prognostic marker with functional relevance in HNSCC.
Malignant cells from various entities, including HNSCC, typically do not undergo a full
and irreversible EMT. Rather, malignant cells adopt mesenchymal markers and functions
while only reducing or retaining epithelial characteristics. Despite this notion, we will use
the term EMT in the present review when globally addressing EMT but use the term pEMT
when specifically acknowledging its incomplete nature and marker signatures in HNSCC.

Functionally, EMT enhances the invasive capacity of tumor cells and thereby supports
local invasion in tumor-surrounding tissue to initiate minimal residual disease (MRD),
which represents a source of recurrence [42]. Additionally, EMT can enhance tumor cell
invasion into lymphatic and blood vessels, thus fostering nodal and distant metastases
(Figure 1) that strongly impact on the clinical outcome of patients [43,44].

Both MRD and systemic cancer cells represent essential hurdles for an efficient ther-
apeutic treatment of HNSCC. These clinically challenging occult tumor cells are highly
problematic owing to a potentially stem-like and dormant phenotype associated with
enhanced therapy resistance. Cancer stemness features are fostered via EMT and metabolic
changes that are mostly associated with a rewiring towards glycolysis at the expense of
oxidative phosphorylation [33,36,37,45–48]. In the following, diverse aspects of EMT in
HNSCC will be summarized. These aspects include molecular mechanisms of EMT regu-
lation, the functional implications of EMT in disease progression, the definition of EMT
gene signatures for prognostic and predictive purposes, and the role of EMT in treatment
resistance and stemness.
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Figure 1. Schematic representation of the involvement of EMT in local, loco-regional, and distant 
invasion in HNSCC. Sub-populations of HNSCC cells in various states of EMT can loosen cell–cell 
contacts, detach from the primary tumor, and locally invade surrounding tissue. Locally invading 
tumor cells can remain as a minimal residual disease despite surgery and resist multi-modal ther-
apy. Alternatively, locally disseminated tumor cells can gain access to lymphatic and blood ves-
sels, colonize loco-regional lymph nodes or distant organs and form metastases (Figure generated 
using BioRender, Toronto, ON, Canada). 

Both MRD and systemic cancer cells represent essential hurdles for an efficient ther-
apeutic treatment of HNSCC. These clinically challenging occult tumor cells are highly 
problematic owing to a potentially stem-like and dormant phenotype associated with en-
hanced therapy resistance. Cancer stemness features are fostered via EMT and metabolic 
changes that are mostly associated with a rewiring towards glycolysis at the expense of 
oxidative phosphorylation [33,36,37,45–48]. In the following, diverse aspects of EMT in 
HNSCC will be summarized. These aspects include molecular mechanisms of EMT regu-
lation, the functional implications of EMT in disease progression, the definition of EMT 
gene signatures for prognostic and predictive purposes, and the role of EMT in treatment 
resistance and stemness. 

3.1. Regulation of EMT in HNSCC 
Several signaling pathways and six core EMT-inducing transcription factors orches-

trate the regulation of EMT in malignant cells [34,46,49,50]. Major receptor-mediated path-
ways and the executing down-stream effectors involved in the regulation of EMT in 
HNSCC will be described in the following paragraph. 

3.1.1. TGF-β1-Dependent EMT Regulation 
The transforming growth factor-β1 (TGF-β1)-induced pathway is amongst the best-

explored signaling pathway involved in EMT regulation in HNSCC [51]. TGF-β1 induces 
an activating auto-phosphorylation of TGF-β receptors 1 and 2 (TGFβR1/2) upon dimeri-
zation. Phosphorylated TGFβR1/2 present docking sites to SMAD transcription factors 
(human homologs of the Mad and Sma proteins identified in Drosophila and C. elegans). 
Thereby, different combinations of SMAD homo- and heterodimers become activated via 
phosphorylation, form trimers with a common partner SMAD (co-SMAD), translocate 
into the nucleus, and regulate the activation or repression of target genes through the re-
cruitment of transcriptional activators or repressors, respectively [52–54] (Figure 2A). 

Figure 1. Schematic representation of the involvement of EMT in local, loco-regional, and distant
invasion in HNSCC. Sub-populations of HNSCC cells in various states of EMT can loosen cell–cell
contacts, detach from the primary tumor, and locally invade surrounding tissue. Locally invading
tumor cells can remain as a minimal residual disease despite surgery and resist multi-modal therapy.
Alternatively, locally disseminated tumor cells can gain access to lymphatic and blood vessels,
colonize loco-regional lymph nodes or distant organs and form metastases (Figure generated using
BioRender, Toronto, ON, Canada).

3.1. Regulation of EMT in HNSCC

Several signaling pathways and six core EMT-inducing transcription factors orches-
trate the regulation of EMT in malignant cells [34,46,49,50]. Major receptor-mediated
pathways and the executing down-stream effectors involved in the regulation of EMT in
HNSCC will be described in the following paragraph.

3.1.1. TGF-β1-Dependent EMT Regulation

The transforming growth factor-β1 (TGF-β1)-induced pathway is amongst the best-
explored signaling pathway involved in EMT regulation in HNSCC [51]. TGF-β1 induces
an activating auto-phosphorylation of TGF-β receptors 1 and 2 (TGFβR1/2) upon dimer-
ization. Phosphorylated TGFβR1/2 present docking sites to SMAD transcription factors
(human homologs of the Mad and Sma proteins identified in Drosophila and C. elegans).
Thereby, different combinations of SMAD homo- and heterodimers become activated via
phosphorylation, form trimers with a common partner SMAD (co-SMAD), translocate
into the nucleus, and regulate the activation or repression of target genes through the
recruitment of transcriptional activators or repressors, respectively [52–54] (Figure 2A).
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Figure 2. Schematic representation of central signaling pathways involved in the induction of (par-
tial) EMT in HNSCC. (A) Figure 2A depicts major ligands, receptors, signaling components (red 
color) and transcription factors involved in the induction of EMT and partial EMT (genes are de-
picted in blue color, proteins in green color) via the repression of epithelial genes (depicted in blue 
color). TGFβR, EGFR, NOTCH, and LRP/Frizzled receptors have been reported to induce the ex-
pression of EMT-TFs SNAIL, SLUG, ZEB1/2, and TWIST1/2 through the binding of their cognate 
ligands, i.e., TGFβ, EGF, Delta/Jagged or mutations, and WNT variants, respectively. TGFβR sig-
naling towards EMT is functional via signal transducer and activator of transcription 3 (STAT3) 
and the subsequent induction of Malat1 and miR-30a, and via SMADs/co-SMAD. Activation of 
EMT through EGF/EGFR was reported to depend primarily on MAPK and ERK1/2; however, in-
duction via PI3K and AKT was described too. Uncleavable mutated variants of NOTCH receptors 
were shown to trans-activate EGFR signaling at the level of PI3K and AKT, converging in EMT 
induction. WNT signaling via the Frizzled/LRP receptors result in nuclear translocation of β-
catenin. (B) Figure 2B depicts the cellular, functional, and clinical consequences of the induction of 
(p)EMT described in Figure 2A. Molecular and cellular changes associated with (p)EMT include a 
progressive transit from an epithelial polarity (①) to a loss of apico-basal polarity (②) and a gain 
of “front-back polarity” (③), a switch in cadherin variants expression from E-cadherin to N-cad-
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result, cells in EMT are characterized by enhanced migration, invasion, and stem-like properties 
(④) that influence treatment resistance, metastases formation (⑤), and recurrences, and thereby 
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Figure 2. Schematic representation of central signaling pathways involved in the induction of (partial)
EMT in HNSCC. (A) Figure 2A depicts major ligands, receptors, signaling components (red color)
and transcription factors involved in the induction of EMT and partial EMT (genes are depicted
in blue color, proteins in green color) via the repression of epithelial genes (depicted in blue color).
TGFβR, EGFR, NOTCH, and LRP/Frizzled receptors have been reported to induce the expression of
EMT-TFs SNAIL, SLUG, ZEB1/2, and TWIST1/2 through the binding of their cognate ligands, i.e.,
TGFβ, EGF, Delta/Jagged or mutations, and WNT variants, respectively. TGFβR signaling towards
EMT is functional via signal transducer and activator of transcription 3 (STAT3) and the subsequent
induction of Malat1 and miR-30a, and via SMADs/co-SMAD. Activation of EMT through EGF/EGFR
was reported to depend primarily on MAPK and ERK1/2; however, induction via PI3K and AKT
was described too. Uncleavable mutated variants of NOTCH receptors were shown to trans-activate
EGFR signaling at the level of PI3K and AKT, converging in EMT induction. WNT signaling via the
Frizzled/LRP receptors result in nuclear translocation of β-catenin. (B) Figure 2B depicts the cellular,
functional, and clinical consequences of the induction of (p)EMT described in Figure 2A. Molecular
and cellular changes associated with (p)EMT include a progressive transit from an epithelial polarity
( 1©) to a loss of apico-basal polarity ( 2©) and a gain of “front-back polarity” ( 3©), a switch in cadherin
variants expression from E-cadherin to N-cadherin, the adoption of a mesenchymal morphology
due to a suppression of cell–cell contacts. As a result, cells in EMT are characterized by enhanced
migration, invasion, and stem-like properties ( 4©) that influence treatment resistance, metastases
formation ( 5©), and recurrences, and thereby affect the clinical outcome of HNSCC patients (Figure
generated using BioRender, Toronto, ON, Canada).
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TGF-β1 activates EMT in HNSCC through a SMAD-dependent pathway [51,55–58]
and is instrumental in the formation of tumor buds that detach from primary tumors in oral
SCC (OSCC) via activation of ZEB1 and paired-related homeobox 1 protein PRRX1 [59].
Importantly, TGF-β1-associated tumor budding correlated with nodal involvement and pre-
dicted poorer overall survival (OS) [59]. Involvement of TGF-β1 in the induction of nodal
metastases in HNSCC was corroborated by numerous publications along with regulatory
mechanisms of EMT activation or repression [57,60–64]. TGF-β1 acts in cooperation with
the nuclear transcription factor PRRX1 to regulate EMT, tumor cell migration and invasion,
and dormancy in HNSCC [65]. Over-expression of PRRX1 leads to a cadherin switch with
reduced E-cadherin and enhanced N-cadherin, and enhanced vimentin, SLUG, and ZEB2
levels (termed SIP1 in that publication). Inhibition of TGFβ signaling with SB431542 in
cells over-expressing PRRX1 reversed the observed regulation of EMT-associated genes,
migration, and invasion [65]. TGF-β1 also promotes STAT3 expression and enhanced bind-
ing to the promoter of the metastasis-associated lung adenocarcinoma transcript 1 (malat1).
Malat1 in turn cooperates with miR-30a in inducing EMT and fostering the formation of
HNSCC [57] (Figure 2A).

Puram and colleagues demonstrated the involvement of TGF-β1 derived from cancer-
associated fibroblasts (CAFs) in pEMT induction in OSCC (see additional description in the
chapter “EMT gene signatures”) [44]. In accordance with an induction of pEMT by CAFs
that are resident in the surrounding tumor micro-environment (TME), the authors observed
a preferential expression of pEMT markers (i.e., laminins B3 and C2 and podoplanin) at the
interphase of malignant cells and the TME in primary OSCC [44]. We described a similar
preferential loss of the epithelial marker EpCAM along with a gain of the mesenchymal
marker Vimentin at the edges of tumor areas in HNSCC [66]. Comparably, while some
primary tumors were characterized by a homogeneous expression of the EMT transcription
factor (EMT-TF) SLUG, a preferential strong expression at the edges of tumor areas was
associated with recurrences [67]. Spatially distinct induction of EMT and pEMT represents
a source of ITH and plasticity that may support tumor bud formation, MRD, treatment
resistance, and local/loco-regional invasion in HNSCC. Additionally to its role in tumor
bud formation and in the metastatic cascade, TGF-β1 participates in the development of
treatment resistance following therapeutic EGFR inhibition via an impairment of immune
responses in cooperation with prostaglandin E2 [68]. In nasopharyngeal carcinomas
(NPC), TGF-β1 functions can be modulated from metastasis enhancer to tumor suppressor
functions by the transcription factor FOXA1, showcasing dual functions of EMT regulators
as will be discussed for EGF, too [69]. Furthermore, regulation of TGF-β1 expression and
activity by microRNAs (miRNAs) can be altered, for example, through polymorphisms
in miRNA-binding sites, resulting in enhanced susceptibility towards HPV16-induced
oropharyngeal cancer [70]. Additionally, a role for the TGF family member TGF-β2 in
the regulation of dormancy of disseminated HNSCC tumor cells in the bone marrow
was described, which was dependent on TGF-β receptors I and III [71]. TGF-β2-induced
dormancy of disseminated HNSCC cells was shortened in lungs, resulting in metastatic
outgrowth in this metastasis-permissive environment.

In addition to the direct effects of TGF-β1 signaling on HNSCC cells, TGF-β1 to-
gether with interleukin-17 (IL-17A) primes tumor-associated neutrophils to adopt a tumor-
promoting phenotype and induce EMT-related functional changes in OSCC [72]. In SCC, IL-
33-induced production of TGF-β1 by macrophages present in the niche of tumor-initiating
cells (TICs) promotes invasion and drug-resistance in mouse models [73]. Comparable
TGF-β1-dependent processes might be functional in HNSCC, too, and may impact the
TME and immune cell composition [74].

Thus, TGF-β signaling is instrumental in the induction of EMT and of an invasive
phenotype and contributes to tumor cell dormancy and treatment resistance in head and
neck malignancies (Figures 2 and 3).
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ment modalities, RNA sequencing of primary HNSCC from biopsy material at initial diagnosis 
can help to develop (p)EMT risk scores based on validated EMT signatures [44,67]. Bioinformatic 
pipelines can identify potential correlations of (p)EMT risk scores with signaling pathways that 
are targets for approved inhibitors, which can thereby be administered in a personalized manner 
in multi-modal (A) and definitive R(C)T treatment regimens (B). (Figure generated using BioRen-
der, Toronto, ON, Canada). 
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Figure 3. Potential implementation of (p)EMT signatures in the treatment of HNSCC. Two major treat-
ment modalities can be defined as (A) multi-modal therapy and definitive radio(chemo)therapy (B);
definitive R(C)T). Multi-modal therapy includes a surgical resection of the primary tumor and the
loco-regional lymph nodes, and adjuvant R(C)T. Definitive R(C)T relies on radiotherapy or radio- and
chemotherapy without prior surgical removal of the primary tumor. In both treatment modalities,
RNA sequencing of primary HNSCC from biopsy material at initial diagnosis can help to develop
(p)EMT risk scores based on validated EMT signatures [44,67]. Bioinformatic pipelines can identify
potential correlations of (p)EMT risk scores with signaling pathways that are targets for approved
inhibitors, which can thereby be administered in a personalized manner in multi-modal (A) and
definitive R(C)T treatment regimens (B). (Figure generated using BioRender, Toronto, ON, Canada).

3.1.2. EGFR-Dependent EMT Regulation

A second important pathway that is pivotal in the regulation of cellular phenotypes
and functions including EMT in HNSCC initiates at the EGFR. In the late 1980s and
early 1990s, reports demonstrated that increased expression of EGFR was associated with
malignant transformation and uncontrolled growth in HNSCC [4,75–77]. Induction of
cell proliferation by the EGF/EGFR and the TGFα/EGFR axis in HNSCC [78,79] sug-
gested a therapeutic potential for its inhibition using antagonistic monoclonal antibod-
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ies [80,81]. Chimeric mouse/human EGFR-specific monoclonal antibody Cetuximab was
developed [82,83] and tested in combination with irradiation of HNSCC patients [23].
Cetuximab (tradename Erbitux in the US and Canada) received approval for combina-
tion treatment with irradiation in 2004 by the European Medicines Agency (EMA) and
in 2006 by the Food and Drug Administration (FDA). Based on the EXTREME trial, Ce-
tuximab received FDA clearance for first line treatment of locally advanced and/or recur-
rent/metastatic carcinomas in combination with platinum-based therapy plus fluorouracil
owing to improved OS and PFS [84,85].

In addition to its function as a growth factor, EGF promotes cell migration, invasion,
and metastasis formation through regulation of cell–cell adhesion. One molecular medi-
ator of EGF-induced migration is focal adhesion kinase FAK [86], which is central to the
dynamic formation and decomposition of focal adhesion points that are required for cell
migration. EGF stimulation of breast carcinoma and oral squamous carcinoma (OSCC)
cells that over-express EGFR promotes the inactivation of FAK through dephosphoryla-
tion [86]. FAK inhibition decreases cell–matrix adhesion and enhanced cell motility. Upon
renewed adhesion of cells in an integrin-dependent manner, FAK function is restored,
allowing for re-attachment of cells before the next cycle of detachment and re-attachment,
thereby generating motility [86]. One mode of EGF-mediated disruption of cell–cell ad-
hesion and induction of EMT in skin cancer, NSCLC, and prostate cancer cells relies on
caveolin-dependent endocytosis of the major epithelial cell adhesion molecule E-cadherin.
Subsequently, EMT-TF SNAIL (SNAI1) and ß-catenin-TCF/LEF-1 transcriptional func-
tions are activated [87]. Similarly, EGF promotes cell migration and invasion, loss of
E-cadherin and the adoption of a mesenchymal phenotype along with stem-like features
in HNSCC [88–92]. EMT-related morphologic changes induced by constitutive EGFR sig-
naling in HNSCC cell lines were associated with increased levels of SNAIL and reduced
response to irradiation or Cetuximab monotherapy. However, EGF-mediated EMT en-
hanced the response to a dual treatment with a combination of irradiation and Cetuximab,
suggesting a treatment-sensitizing function of Cetuximab and a potential window of thera-
peutic treatment [90]. Blocking of EGF-mediated EMT, cell migration and invasion, and
metastasis formation by Cetuximab treatment was also demonstrated in OSCC, HNSCC,
and esophageal squamous cell carcinomas [88,93–95].

With respect to the underlying molecular mechanisms, Xu and colleagues reported that
EGF induces EMT and the acquisition of cancer stem cell traits via the EGFR/PI3K/HIF1α
axis to enhance glycolysis in OSCC [91]. Accordingly, glycolysis inhibitor 2-deoxy-D-
glucose (2-DG) reversed EGF-mediated EMT in vitro and reduced lymph node metastasis
formation [91]. Gao et al. reported on the induction of EMT in HNSCC via the second major
signaling branch of EGFR, i.e., MAPK/ERK1/2, which was triggered by EGF released by
tumor-associated macrophages in the TME [96]. High levels of EGFR combined with low
levels of epithelial cell adhesion molecules (EpCAM) correlated with the poorest overall
and disease-free survival (OS and DFS), whereas the opposite constellation was associated
with favorable survival of HNSCC [88]. At the molecular level, these clinical findings
were explained by a dual ability of EGFR signaling to induce proliferation upon moderate
activation and to promote EMT upon sustained, strong activation. ERK1/2 was identified
as a major molecular switch involved in the decision-making of proliferation versus EMT.
High levels of ERK1/2 phosphorylation were required for EGF-mediated EMT induction
in cell lines and was associated with poorer OS in HNSCC patients [88]. In line with
these findings, ERK2 over-expression is a common characteristic of recurrent HNSCC [97]
(Figure 2A). A molecular basis for the observed interplay between EGFR and EpCAM was
further reported by our group and the group of H.C. Wu in HNSCC and colon cancer,
respectively [88,98]. A novel role for the soluble ectodomain of EpCAM termed EpEX,
which is generated upon regulated intramembrane proteolysis by ADAM proteases [99],
was determined in HNSCC [88], colon/colorectal cancer cells [98,100], and mesenchymal
stem cells [101]. EpEX binds to the extracellular domain of EGFR as a functional ligand
that induces classical signaling pathways engaged by EGFR including the MAPK and
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AKT pathways [88,98,100]. However, the strength of signaling induced by EpEX appeared
inferior to high-dose EGF and did not result in the activation of EMT [88]. In HNSCC,
co-treatment of cells with EMT-inducing concentrations of EGF and equimolar amounts of
EpEX blocked EMT induction [88]. The exact mechanism underlying the capacity of EpEX
to block EGF-induced EMT remains unclear so far.

Availability and spatial distribution of EGF within tumors will most probably fur-
ther contribute to intra-tumor heterogeneity, as has been described for TGFβ during the
induction of pEMT [44,102]. Multi-omics analyses of HPV-negative HNSCC showed that
EGFR amplification, mRNA and protein levels, and activation levels of EGFR via phos-
phorylation were all congruent. However, these features of EGFR did not or only poorly
correlate to the downstream pathway activity. The availability of EGFR ligands influenced
pathway activation along the PI3K/AKT/mTOR and the RAF/MEK/ERK pathways, not
the abundance of EGFR [21]. This important finding led to the conclusion that adjuvant
treatment with antibodies targeting EGFR should be based on EGFR ligand and not EGFR
abundance [21]. Thus, spatial differences regarding EGFR activation and repercussions on
tumor cell differentiation are governed at various levels including ligand resources and
represent a determinant of EMT heterogeneity in HNSCC.

Further regulation of the EGFR pathway to promote proliferation and EMT are con-
veyed by NOTCH1-inactivating mutations observed in >30% of HNSCC [6]. Mutated
membrane-tethered variants that inactivate canonical NOTCH1 signaling can activate cell
proliferation and EMT through the induction of the EGFR/PI3K/AKT axis [103]. Lastly,
EGFR-dependent and -independent regulation of EMT was reported in HNSCC cells that
initially depended on EGFR signaling. Tumor cells resistant to the EGFR inhibitor Erlotinib
displayed enhanced Hedgehog signaling in the form of GLI1 expression and traits of
EMT that were independent of EGFR [104]. Hedgehog signaling provided tumor cells
with an escape mechanism from anti-EGFR treatment, which is dependent on EMT induc-
tion but not on EGFR signaling. Accordingly, a dual treatment with Cetuximab and the
Hedgehog inhibitor IPI-926 in a xenograft mouse model was efficient in repressing tumor
recurrence [104].

Hence, sustained EGFR activation is achieved through multiple molecular mecha-
nisms and contributes to EMT-related intra- and inter-tumor heterogeneity in HNSCC.
Insights into these functions may help to refine the selection of patients who are eligible for
EGFR-based treatment modalities through the combinatorial assessment of EGFR ligand
abundance, pathway activation, and potential gene signatures of EGFR-mediated EMT
(Figures 2A and 3).

3.1.3. EMT Transcription Factors in HNSCC

Ultimately, EMT is regulated at the transcriptional level by six core transcription
factors (EMT-TFs) SNAIL, SLUG, ZEB1 and 2, and TWIST 1 and 2 [49] (Figure 2A). EMT-
TFs primarily act as transcriptional repressors with both redundant and non-redundant
function that suppress the expression of epithelial genes mainly involved in cell–cell con-
tact (Figure 2A). As a result, epithelial cells become disconnected, lose their polarity, and
adopt a migratory phenotype that promotes tumor dissemination and metastasis forma-
tion [49,105] (Figure 2B). In addition to shared function in the induction of EMT, EMT-TF
have non-redundant functions that affect a stem-like phenotype, cell metabolism and
survival, and can differ depending on the cancer entity [105]. A recent meta-analysis of
studies on the value of EMT-TFs for the prognosis of HNSCC demonstrated that SNAIL and
SLUG (termed SNAI1 and 2), Twist 1, and Zeb1 are prognostic markers of poor OS [106].
Several reports have corroborated a central function of SLUG in EMT induction and a
role as a prognostic marker associated with poor clinical outcome in HNSCC. SLUG is
responsible for the switch from E- to N-cadherin under hypoxic conditions and following
overexpression HIF-1α in HNSCC cell lines. In primary HNSCC, expression levels of SLUG
and HIF-1α correlated and, together with a cadherin switch, defined patients with poor
OS [107,108]. A SLUG-dependent cadherin switch in oral carcinoma cells was congruent
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with a re-organization of adherens junctions and loss of desmosomes [109]. Upon activation
by the classical WNT/β-catenin signaling pathway, SLUG provides cells with increased
mobility and supports the invasive phenotype of HNSCC cells required for lymph node
metastases formation [110]. In line with a strong influence of lymph node metastases on
the prognosis of HNSCC patients, high expression of β-catenin and SLUG was associated
with the presence of nodal metastases and reduced survival [110]. High levels of phos-
phorylated ERK1/2 and/or SLUG correlated with decreased OS [88] and digital scoring
of SLUG protein expression was an independent prognostic marker of recurrence-free
and disease-specific survival [111]. SLUG induces the expression of stem cell markers,
enhanced resistance to cisplatin, and was associated with tumor cell invasion in HNSCC
xenografts in the mouse [112]. Furthermore, SLUG was associated with the expression of a
15-gene signature of partial EMT defined in oral carcinomas, which was correlated with
the nodal status of patients (see “EMT gene signatures”) [44,67]. However, enhanced SLUG
expression correlated with the pEMT signature in tumors of individual patients, but this
correlation was not observed at the single cell level in primary tumors [44]. High expression
of SLUG in primary HNSCC was a marker for reduced disease-free survival and was linked
to tumor recurrence and the expression of EGFR [67]. Based on the ability of SLUG to
promote treatment resistance, Riechelmann and colleagues compared the clinical outcome
of HNSCC patients receiving either primary radiotherapy (RT) or radiochemotherapy
(RCT) with patients receiving surgery with or without subsequent adjuvant RT/CRT in
dependency of SLUG expression. Patients with SLUG-expressing HNSCC had a substantial
benefit from a treatment regimen comprising an upfront surgery, which fortified a role for
SLUG in resistance towards RT and RCT [113]. Unfortunately, SLUG is not considered a
druggable target, but regulators and/or co-factors of SLUG may serve as surrogate targets.
Since ERK1/2 is a major switch between proliferation and EMT induction in HNSCC [88]
and ERK2 is upregulated in recurrent tumors [97], a specific targeting of ERK signaling
may represent a druggable option.

EMT-TF SNAIL is an additional driver of EMT in HNSCC that suppresses E-cadherin-
mediated cell–cell adhesion and supports anchorage-independent growth and resistance
to the EGFR inhibitor erlotinib and cisplatin [114,115]. SNAIL is instrumental in p38 MAP
kinase-mediated and in IL6-dependent EMT in HNSCC [116,117]. Similarly to SLUG,
SNAIL promotes EMT along with the development of a stem-like phenotype [115,118].
Somewhat counterintuitive to the role of SNAIL in EMT and suppression of cell-cell contact,
Li et al. have demonstrated that SNAIL induces the expression of the tight junction protein
claudin-11. Upon activation through tyrosine phosphorylation, claudin-11 activates Src
kinase to inhibit RhoA and thereby fosters cell–cell adhesion. As a result of this process,
SNAIL does not only induce EMT but also the collective migration and invasion of tumor
cells and the formation of clusters of circulating tumor cells in HNSCC patients, which
correlated with nodal metastases, recurrence, and poor outcome [119].

Reports on TWIST functions HNSCC are scarcer but support a role in β-catenin- and
AKT-mediated EMT in HNSCC [120] and identified TWIST1 and 2 as prognostic markers
in OSCC and HNSCC [121,122].

3.2. EMT Gene Signatures

One basic assumption is that functional traits associated with EMT deteriorate the
outcome of cancer patients and, therefore, that the degree of EMT correlates with clinical
outcome. Hence, the identification of pEMT gene signatures and surrogate biomarkers to
improve patient stratification, prognosticate clinical outcome, and offer therapeutic options
have gained considerable interest. In 2006, Chung et al. reported the identification of a
75-gene list that was extracted using DNA microarrays, which defined HNSCC patients at
high risk of recurrence. Gene set enrichment analysis (GSEA) revealed eight significantly
enriched gene sets in high-risk patients, four out of which were related to EMT, NF-kB
signal transduction, and cell adhesion [123]. Specific genes in EMT gene sets included
matrix metalloproteinases (MMP-2 and MMP-12), which may foster the tissue-remodeling
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capacity of tumor cells during local and distant invasion. MMP2 induction in HNSCC was
also observed in patients over-expressing the Nijmegen breakage syndrome 1 (NBS1) gene
along with an up-regulation of the EMT-TF SNAIL and worsened clinical outcome [124].
Chemoattractants such as CXCL1 may help in recruiting non-malignant supportive cells
such as neutrophils, which have ample functions as tumor-associated neutrophils (TANs)
in the tumor environment [125]. Furthermore, platelet-derived growth factor receptors
alpha and beta (PDGFR-A/B) have been associated with an induction of resistance to
cisplatin, anti-apoptotic traits, and metastases formation [126,127]. Four out of eight gene
sets enriched in low-risk patients were associated with mRNA metabolism and cell cycle
regulation [123], which could potentially explain a better response to R(C)T in cycling cells
and subsequent reduction of recurrences.

Puram et al. performed a single-cell RNAseq (scRNAseq) analysis of n = 18 patients
with OSCC generating more than 6,000 single cell transcriptomes of malignant and non-
malignant cells. Non-malignant stromal and immune cells did not significantly differ in
their transcriptional programs across all patients whereas malignant cells showed intra- and
intertumor variations [44,102]. These different transcriptional programs were categorized
as cell cycle, hypoxia, stress, epithelial differentiation, and pEMT, the latter program
being associated with the presence of nodal metastases [44,102]. The pEMT signature was
defined as n = 15 common pEMT genes from a total set of n = 100 genes. A subsequent
immunohistochemical analysis of three pEMT markers (Podoplanin, LAMB3, and LAMC2)
in conjunction with one epithelial marker (SPRR1B) demonstrated a correlation of the
higher expression of pEMT markers with worse differentiation, nodal involvement, and
perineural invasion but no significant association with OS and DFS in OSCC [128]. A
prognostic value of pEMT or EMT markers has been validated in clinical cohorts of HSNCC
and OSCC [129–131].

ScRNAseq has the considerable advantage of delivering information on the hetero-
geneity and the contribution of EMT at the single cell level. However, scRNAseq remains
technically demanding and has not entered clinical routine. Therefore, we aimed at trans-
ferring findings from scRNAseq to larger cohorts of HNSCC and correlating pEMT with
clinical endpoints. To do so, bulk RNAseq and micro-array results from The Cancer
Genome Atlas program (TCGA), the MD Anderson Cancer Center (MDACC), and the Fred
Hutchinson Cancer Center (FHCC) were deconvoluted using the EPIC algorithm [132]
and, where required, were cleared for patients with high content of CAF in TCGA. CAF
are cells of mesenchymal origin that showed the strongest correlation level with the pEMT
signature amongst non-malignant cell types. The resulting large cohorts served to compute
a risk score based on the expression of the 15 common pEMT genes using single-sample
scoring of molecular phenotypes (Singscores) [133]. pEMT-Singscores were identified as
an independent prognosticator of OS in all three cohorts and as an independent prog-
nosticator of OS in the sub-cohort of irradiated patients of TCGA [67]. An analysis of
differentially expressed genes and related GO-terms showed that pEMT is associated with
an up-regulation of cell motility and a down-regulation of epithelial differentiation and ox-
idative phosphorylation [67]. Correlation analyses further defined SLUG as most strongly
associated with single genes of the pEMT signature and with pEMT-Sinscores in patients
and cell lines. Stable expression of SLUG in cell lines partly recapitulated pEMT features
including cell invasion and enhanced resistance to irradiation. Accordingly, strong, and
preferentially peripheral expression of SLUG protein was associated with recurrence and
reduced PFS in an additional HNSCC cohort [67].

In their recent publication, Tyler and Tirosh further tackled the issue of EMT signatures
in cancer that arises from the presence of stromal cells of mesenchymal origin such as
CAFs. The authors have compared EMT signatures from scRNAseq of tumor and stromal
cells and achieved a discrimination of both signature types in bulk RNAseq datasets [134].
Screening a large variety of cancers, EMT was not correlated with enhanced metastasis
formation, which led the authors to hypothesize that “other steps in the metastatic cascade
may represent the main bottleneck” [134]. Interestingly though, HNSCC stood out because
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of a correlation of pEMT with the presence of lymph node metastases and the N-status,
again leading the authors to state that “the extent of pEMT may be particularly important
for metastasis and N-stage in the classical subtype of HNSCC” [134]. A correlation of
pEMT with resistance to therapy was further highlighted for HNSCC of the malignant
basal subtype, stressing the idea that EMT and pEMT are implicated in multiple processes
of HNSCC progression.

In conclusion, pEMT quantification represents a valid molecular prognosticator to be
further developed in retrospective and, more importantly, in prospective HNSCC cohorts.

3.3. EMT, Stem-Like Properties, and Treatment Resistance

As already mentioned, the role of EMT in cancer progression is not restricted to
the induction of an invasive phenotype. EMT has been frequently associated with a
(cancer) stem-like phenotype and enhanced resistance to standard therapy. In HNSCC cell
lines, sphere-forming cells showed an enriched expression of the cancer stem cell (CSC)
markers ALDH-1 and CD44 and the pluripotency genes Sox2, Oct3/4, and Nanog. These
CSC-like cells were more invasive and were characterized by EMT features (expression
of α-SMA and vimentin, and reduction of E-cadherin) [135]. Two distinct types of CSC
that are either in an epithelial state (CD44high/EpCAMhigh) or in a mesenchymal state
(CD44high/EpCAMlow) have been described, which are rather proliferative or migratory,
respectively [136,137]. Furthermore, GSK3β and TRAF6 were decisively involved in the
maintenance of a CSC phenotype and the induction of EMT in HNSCC cells [138,139].
EMT-related resistance to the EGFR inhibitor Erlotinib can be induced via nerve growth
factor (NGF) and tropomyosin receptor kinase A TrkA), which are both elevated in HNSCC
and predict poor survival [140]. Furthermore, EMT enhanced resistance to irradiation
in vitro [141], was induced by the polycomb group protein enhancer of zeste 2 (EZH2)
and was associated with reduced sensitivity towards cisplatin in patients and in cellular
models [142]. Several other reports linked EMT induced by EGFR, Akt, and other signaling
pathways to enhanced resistance to various treatments [143–147]. However, the precise
connection and the underlying mechanisms of stemness, EMT, and treatment resistance in
HNSCC remain incompletely understood.

4. Consequences for Treatment

Depending on UICC-based stratification and standard treatment regimens in place
at hospitals around the world, HNSCC patients will either receive a multi-modal therapy
(Figure 3A) or definitive RCT (Figure 3B). Multi-modal therapy is comprised of a surgical
resection of the primary tumor and loco-regional lymph nodes during a neck dissection.
Depending on clinical staging, RT or R(C)T can be applied as adjuvant treatments to
improve disease control. Definitive R(C)T is based on RT or RCT without prior surgical
removal of the primary tumor. Definitive R(C)T may select for treatment-resistant clones
that can provoke local recurrences and nodal metastases. Multi-modal treatment on the
other hand will more likely face the problem of tumor cells that have already detached from
the primary tumor and have either formed a local MRD or have disseminated at the time
point of surgery. Cancer treatment in the form of definitive or adjuvant R(C)T and various
therapeutic biologicals can act as potent selectors of therapy-resistant cells, leading to the
extinction of sensitive cancer cell clones while potentially promoting resistant ones [148].
Several mechanisms of treatment resistance may come into effect before treatment initiation,
including (p)EMT [149–151]. pEMT enables cancer cells to invade surrounding tissue and
migrate away from the tumor, and, thus, increases the risk of MRD after tumor resection
and lymph node dissection, thus potentially impeding on multi-modal therapy (Figure 3A).
On the other hand, pEMT increases the intrinsic resistance to radio(chemo)therapy and can
impact definitive R(C)T (Figure 3B). Thus, (p)EMT may impact multi-modal and definitive
RCT treatment schemes of HNSCC at different stages of the disease. It should further be
noted that HNSCC patients mostly suffer from local recurrence and/or local lymph node
metastases that arise through lymphatic spread. Distant metastases that are the result of
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hematogenous spread remain infrequent in HNSCC. Although still speculative in nature, it
is conceivable that (p)EMT plays a more central role in HNSCC than other carcinomas as
drivers of treatment resistance, local and lymphatic spread, as recently postulated by Tyler
and Tirosh [134].

Despite the negative impact on disease control, (p)EMT may likewise represent a
novel opportunity to improve stratification, patient care, and potentially therapeutic ap-
proaches [152,153]. However, clinical trials specifically addressing EMT in HNSCC are
scarce with currently two entries in ClinialTrials.gov with the search terms “HNSCC” and
“EMT” (NCT01927354 and NCT02119559). Monoclonal therapeutic antibodies specific for
TGFβR are in early clinical phases (phase I and II) to test potential benefits for patients in
advanced stages of carcinomas, including esophageal carcinomas [154]. However, patient
numbers remained small and only two patients with ESCC were treated in this published
study [154]. The maximal tolerable dose (MTD) could not be determined because dose
escalation was not considered safe owing to adverse effects in the form of a cytokine storm.
A similar outcome was reported for the TGFβR kinase inhibitor YL-13027, including the
inability to define an MTD (Clinical trial identifier NCT03869632). In 2020, an open label
trial testing the bifunctional fusion protein SHR-1701 that targets PD-L1 and TGFβ has been
launched with n = 48 patients suffering from non-small cell lung cancers with EGFR muta-
tions (Clinical trial identifier NCT04324814), but no results are available thus far. Further
observational studies on the regulation of EMT in HNSCC patients have been conducted or
are ongoing. For example, the role of miRNAs in regulating EMT-TFs in HNSCC patients
was investigated, but study results have not been disclosed so far (Clinical trial identifier
NCT01927354). Since targeting EMT-TFs is very challenging, alternative strategies have
been proposed. Repurposing inhibitors of metabolic pathways for the treatment of EMT
is such an option that could be combined with standard regimens [155]. Inhibitors of the
EGFR pathway are in late clinical phases (III and IV) or have approval for the treatment
of HNSCC (e.g., Cetuximab). However, to the best of our knowledge, the application of
EGFR inhibitors with the aim to therapeutically address EMT in HNSCC remains poorly
studied. Most studies involving EGFR inhibitors are of preclinical nature except for the
histone deacetylase (HDAC) inhibitor valproic acid. Caponigro et al. describe the launch of
a phase II study implementing valproic acid together with cisplatin and cetuximab for the
treatment of advanced HNSCC within the V-CHANCE trial [156]. The study has finalized
patient recruitment and the estimated study completion date is February 2022. Preliminary
results on potential benefits of valproic acid have not been made public.

Hence, clinical studies aiming at targeting EMT in HNSCC are scarce, in early stages,
and to the best of our knowledge not based on EMT-related stratification of the enrolled
patients. Next-generation RNA sequencing of biopsy material of primary HNSCC at first
diagnosis could allow forming a (p)EMT-based risk score that can be further linked to
various signaling pathways and downstream gene activation via automated bioinformatic
pipelines. Signaling pathways strongly correlated to (p)EMT signatures in patients may
uncover personalized therapeutic options in the form of available inhibitors of receptors
and pathways (e.g., TGFβR, EGFR, Hedgehog, WNT, etc.) for multi-modal and definitive
R(C)T regimens alike. Such inhibitors may be combined with R(C)T in the primary or
adjuvant setting, and/or may serve as second/third line treatment in the case of disease
progression in a highly targeted and personalized manner (Figure 3). Unlike the current
situation in which inhibitors may be administered even in the absence of knowledge of
the actual presence of the therapeutic molecule on target cells, such an approach would
foster a considerably more targeted application of already approved inhibitors and could
possibly enhance their efficacy. Additionally, (p)EMT risk scores generated from primary
tumors may help to adjust R(C)T regimens with respect to dose and irradiation field in
multi-modal treatment and definitive R(C)T.

Therefore, a better understanding of how cancer cells exploit programs such as pEMT
and of initiating extracellular clues, signaling pathways, transcription factors, and epi-
genetic regulation seems a promising approach to find new therapeutic targets of p16-
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negative HNSCC and improve the treatment of this highly heterogeneous and impressively
malignant disease.

5. Conclusions

The evaluation of genetic alterations regarding their functional impact on cancer cells
remains a huge task in cancer biology. Despite that, reasonably well-characterized physio-
logical programs such as hypoxic response, multidrug resistance, and EMT were shown to
be exploited by cancer cells, presumably independent from their genetic background. The
transcriptomic activation of these epigenetically regulated programs crucially contributes
to tumor cell plasticity and therapy resistance. Multiple lines of evidence identify (p)EMT
as a major contributor to ITH and treatment failure in HNSCC. Thus, a deeper insight into
the involved molecular pathways seems to promise a timely approach of intervention.
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Abbreviations

CAF Cancer-associate fibroblast
CCND1 Cyclin D1
CDKN2A Cyclin-dependent kinase inhibitor 2A
CXCL1 C-X-C motif chemokine ligand 1
DFS Disease-free survival
DNA Deoxyribonucleic acid
EGF Epidermal growth factor
EGFR Epidermal growth factor receptor
EMA European medicines agency
EMT-TF EMT transcription factor
EMT Epithelial-to-mesenchymal transition
EpCAM Epithelial cell adhesion molecule
EPIC Estimating the proportion of immune and cancer cells
EZH2 Enhancer of zeste 2
FDA Food and drug administration
FHCC Fred Hutchinson cancer center
GLI1 Glioma-associated oncogene 1
GSEA Gene set enrichment analysis
HIF1α Hypoxia-induced factor 1 alpha
HNSCC Head and neck squamous cell carcinoma
HPV Human papillomavirus
IL Interleukin
ITH Intra- and intertumoral heterogeneity
Malat1 Metastasis-associated lung adenocarcinoma transcript 1
MATH Mutant allele tumor heterogeneity
MDACC MD Anderson cancer center
miRNA MicroRNA
MMP Matrix metalloproteinase
MRD Minimal residual disease
MTD Maximal tolerable dose
MYC Myc oncogene (Myelocytomatosis oncogene homolog)
NPC Nasopharyngeal carcinoma
OS Overall survival
OSCC Oral squamous cell carcinoma
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P53 Tumor protein P53
PD-L1 Programmed death ligand 1
PD1 Programmed cell death protein 1
pEMT Partial EMT
PI3KCA Phosphatidylinositol-4,5-bisphosphate 3-kinase catalytic subunit alpha
PRRX1 Paired-related homeobox 1
R(C)T Radio(chemo)therapy
RNA Ribonucleic acid
SCC Squamous cell carcinoma
scRNAseq Single cell RNA sequencing
SMAD Sma and Mad protein homologs
TCGA The cancer genome atlas
TGFβ Transforming growth factor beta
TGFβR Transforming growth factor beta receptor
WNT Wingless integrated
ZEB Zinc finger E-box-binding homeobox protein

References
1. Siegel, R.L.; Miller, K.D.; Jemal, A. Cancer statistics, 2020. CA Cancer J. Clin. 2020, 70, 7–30. [CrossRef]
2. Bray, F.; Ferlay, J.; Soerjomataram, I.; Siegel, R.L.; Torre, L.A.; Jemal, A. Global cancer statistics 2018: GLOBOCAN estimates of

incidence and mortality worldwide for 36 cancers in 185 countries. CA Cancer J. Clin. 2018, 68, 394–424. [CrossRef]
3. Ferlay, J.; Colombet, M.; Soerjomataram, I.; Mathers, C.; Parkin, D.M.; Pineros, M.; Znaor, A.; Bray, F. Estimating the global cancer

incidence and mortality in 2018: GLOBOCAN sources and methods. Int. J. Cancer 2019, 144, 1941–1953. [CrossRef]
4. Johnson, D.E.; Burtness, B.; Leemans, C.R.; Lui, V.W.Y.; Bauman, J.E.; Grandis, J.R. Head and neck squamous cell carcinoma.

Nat. Rev. Dis. Primers 2020, 6, 92. [CrossRef]
5. The Cancer Genome Atlas Network. Comprehensive genomic characterization of head and neck squamous cell carcinomas.

Nature 2015, 517, 576–582. [CrossRef]
6. Stransky, N.; Egloff, A.M.; Tward, A.D.; Kostic, A.D.; Cibulskis, K.; Sivachenko, A.; Kryukov, G.V.; Lawrence, M.S.; Sougnez, C.;

McKenna, A.; et al. The mutational landscape of head and neck squamous cell carcinoma. Science 2011, 333, 1157–1160. [CrossRef]
[PubMed]

7. Mroz, E.A.; Tward, A.D.; Pickering, C.R.; Myers, J.N.; Ferris, R.L.; Rocco, J.W. High intratumor genetic heterogeneity is related to
worse outcome in patients with head and neck squamous cell carcinoma. Cancer 2013, 119, 3034–3042. [CrossRef]

8. Raynaud, F.; Mina, M.; Tavernari, D.; Ciriello, G. Pan-cancer inference of intra-tumor heterogeneity reveals associations with
different forms of genomic instability. PLoS Genet. 2018, 14, e1007669. [CrossRef]

9. Morris, L.G.; Riaz, N.; Desrichard, A.; Senbabaoglu, Y.; Hakimi, A.A.; Makarov, V.; Reis-Filho, J.S.; Chan, T.A. Pan-cancer analysis
of intratumor heterogeneity as a prognostic determinant of survival. Oncotarget 2016, 7, 10051–10063. [CrossRef]

10. Zeki, S.S.; McDonald, S.A.; Graham, T.A. Field cancerization in Barrett’s esophagus. Discov. Med. 2011, 12, 371–379.
11. Slaughter, D.P.; Southwick, H.W.; Smejkal, W. Field cancerization in oral stratified squamous epithelium; clinical implications of

multicentric origin. Cancer 1953, 6, 963–968. [CrossRef]
12. Curtius, K.; Wright, N.A.; Graham, T.A. An evolutionary perspective on field cancerization. Nat. Rev. Cancer 2018, 18, 19–32.

[CrossRef] [PubMed]
13. Braakhuis, B.J.; Tabor, M.P.; Kummer, J.A.; Leemans, C.R.; Brakenhoff, R.H. A genetic explanation of Slaughter’s concept of field

cancerization: Evidence and clinical implications. Cancer Res. 2003, 63, 1727–1730.
14. Leemans, C.R.; Braakhuis, B.J.; Brakenhoff, R.H. The molecular biology of head and neck cancer. Nat. Rev. Cancer 2011, 11, 9–22.

[CrossRef] [PubMed]
15. Leemans, C.R.; Snijders, P.J.F.; Brakenhoff, R.H. The molecular landscape of head and neck cancer. Nat. Rev. Cancer 2018, 18,

269–282. [CrossRef]
16. Adjei Boakye, E.; Buchanan, P.; Hinyard, L.; Osazuwa-Peters, N.; Schootman, M.; Piccirillo, J.F. Incidence and Risk of Second

Primary Malignant Neoplasm After a First Head and Neck Squamous Cell Carcinoma. JAMA Otolaryngol. Head Neck Surg. 2018,
144, 727–737. [CrossRef] [PubMed]

17. Greaves, M.; Maley, C.C. Clonal evolution in cancer. Nature 2012, 481, 306–313. [CrossRef]
18. Gerlinger, M.; Rowan, A.J.; Horswell, S.; Math, M.; Larkin, J.; Endesfelder, D.; Gronroos, E.; Martinez, P.; Matthews, N.;

Stewart, A.; et al. Intratumor heterogeneity and branched evolution revealed by multiregion sequencing. N. Engl. J. Med. 2012,
366, 883–892. [CrossRef]

19. Williams, M.J.; Werner, B.; Barnes, C.P.; Graham, T.A.; Sottoriva, A. Identification of neutral tumor evolution across cancer types.
Nat. Genet. 2016, 48, 238–244. [CrossRef]

20. Hanahan, D.; Weinberg, R.A. Hallmarks of cancer: The next generation. Cell 2011, 144, 646–674. [CrossRef] [PubMed]

http://doi.org/10.3322/caac.21590
http://doi.org/10.3322/caac.21492
http://doi.org/10.1002/ijc.31937
http://doi.org/10.1038/s41572-020-00224-3
http://doi.org/10.1038/nature14129
http://doi.org/10.1126/science.1208130
http://www.ncbi.nlm.nih.gov/pubmed/21798893
http://doi.org/10.1002/cncr.28150
http://doi.org/10.1371/journal.pgen.1007669
http://doi.org/10.18632/oncotarget.7067
http://doi.org/10.1002/1097-0142(195309)6:5&lt;963::AID-CNCR2820060515&gt;3.0.CO;2-Q
http://doi.org/10.1038/nrc.2017.102
http://www.ncbi.nlm.nih.gov/pubmed/29217838
http://doi.org/10.1038/nrc2982
http://www.ncbi.nlm.nih.gov/pubmed/21160525
http://doi.org/10.1038/nrc.2018.11
http://doi.org/10.1001/jamaoto.2018.0993
http://www.ncbi.nlm.nih.gov/pubmed/30027284
http://doi.org/10.1038/nature10762
http://doi.org/10.1056/NEJMoa1113205
http://doi.org/10.1038/ng.3489
http://doi.org/10.1016/j.cell.2011.02.013
http://www.ncbi.nlm.nih.gov/pubmed/21376230


Cancers 2021, 13, 5355 17 of 22

21. Huang, C.; Chen, L.; Savage, S.R.; Eguez, R.V.; Dou, Y.; Li, Y.; da Veiga Leprevost, F.; Jaehnig, E.J.; Lei, J.T.; Wen, B.; et al.
Proteogenomic insights into the biology and treatment of HPV-negative head and neck squamous cell carcinoma. Cancer Cell
2021, 39, 361–379.e16. [CrossRef]

22. Burrell, R.A.; McGranahan, N.; Bartek, J.; Swanton, C. The causes and consequences of genetic heterogeneity in cancer evolution.
Nature 2013, 501, 338–345. [CrossRef] [PubMed]

23. Bonner, J.A.; Harari, P.M.; Giralt, J.; Azarnia, N.; Shin, D.M.; Cohen, R.B.; Jones, C.U.; Sur, R.; Raben, D.; Jassem, J.; et al.
Radiotherapy plus cetuximab for squamous-cell carcinoma of the head and neck. N. Engl. J. Med. 2006, 354, 567–578. [CrossRef]
[PubMed]

24. Castilho, R.M.; Squarize, C.H.; Almeida, L.O. Epigenetic Modifications and Head and Neck Cancer: Implications for Tumor
Progression and Resistance to Therapy. Int. J. Mol. Sci. 2017, 18, 1506. [CrossRef] [PubMed]

25. Merlo, L.M.; Pepper, J.W.; Reid, B.J.; Maley, C.C. Cancer as an evolutionary and ecological process. Nat. Rev. Cancer 2006, 6,
924–935. [CrossRef]

26. Feinberg, A.P.; Ohlsson, R.; Henikoff, S. The epigenetic progenitor origin of human cancer. Nat. Rev. Genet. 2006, 7, 21–33.
[CrossRef]

27. Jurmeister, P.; Bockmayr, M.; Seegerer, P.; Bockmayr, T.; Treue, D.; Montavon, G.; Vollbrecht, C.; Arnold, A.; Teichmann, D.;
Bressem, K.; et al. Machine learning analysis of DNA methylation profiles distinguishes primary lung squamous cell carcinomas
from head and neck metastases. Sci. Transl. Med. 2019, 11. [CrossRef]

28. Worsham, M.J.; Stephen, J.K.; Chen, K.M.; Havard, S.; Shah, V.; Gardner, G.; Schweitzer, V.G. Delineating an epigenetic continuum
in head and neck cancer. Cancer Lett. 2014, 342, 178–184. [CrossRef] [PubMed]

29. Towle, R.; Truong, D.; Hogg, K.; Robinson, W.P.; Poh, C.F.; Garnis, C. Global analysis of DNA methylation changes during
progression of oral cancer. Oral Oncol. 2013, 49, 1033–1042. [CrossRef] [PubMed]

30. Coombes, M.M.; Briggs, K.L.; Bone, J.R.; Clayman, G.L.; El-Naggar, A.K.; Dent, S.Y. Resetting the histone code at CDKN2A in
HNSCC by inhibition of DNA methylation. Oncogene 2003, 22, 8902–8911. [CrossRef]

31. Masood, Y.; Kqueen, C.Y.; Rajadurai, P. Role of miRNA in head and neck squamous cell carcinoma. Expert Rev. Anticancer Ther.
2015, 15, 183–197. [CrossRef] [PubMed]

32. Hess, J.; Unger, K.; Maihoefer, C.; Schuttrumpf, L.; Wintergerst, L.; Heider, T.; Weber, P.; Marschner, S.; Braselmann, H.;
Samaga, D.; et al. A Five-MicroRNA Signature Predicts Survival and Disease Control of Patients with Head and Neck Cancer
Negative for HPV Infection. Clin. Cancer Res. 2019, 25, 1505–1516. [CrossRef] [PubMed]

33. Dongre, A.; Weinberg, R.A. New insights into the mechanisms of epithelial-mesenchymal transition and implications for cancer.
Nat. Rev. Mol. Cell Biol. 2019, 20, 69–84. [CrossRef]

34. Thiery, J.P.; Acloque, H.; Huang, R.Y.; Nieto, M.A. Epithelial-mesenchymal transitions in development and disease. Cell 2009, 139,
871–890. [CrossRef]

35. Shibue, T.; Weinberg, R.A. EMT, CSCs, and drug resistance: The mechanistic link and clinical implications. Nat. Rev. Clin. Oncol.
2017, 14, 611–629. [CrossRef]

36. Brabletz, T.; Kalluri, R.; Nieto, M.A.; Weinberg, R.A. EMT in cancer. Nat. Rev. Cancer 2018, 18, 128–134. [CrossRef] [PubMed]
37. Lambert, A.W.; Pattabiraman, D.R.; Weinberg, R.A. Emerging Biological Principles of Metastasis. Cell 2017, 168, 670–691.

[CrossRef] [PubMed]
38. Fischer, K.R.; Durrans, A.; Lee, S.; Sheng, J.; Li, F.; Wong, S.T.; Choi, H.; El Rayes, T.; Ryu, S.; Troeger, J.; et al. Epithelial-

to-mesenchymal transition is not required for lung metastasis but contributes to chemoresistance. Nature 2015, 527, 472–476.
[CrossRef]

39. Zheng, X.; Carstens, J.L.; Kim, J.; Scheible, M.; Kaye, J.; Sugimoto, H.; Wu, C.C.; LeBleu, V.S.; Kalluri, R. Epithelial-to-mesenchymal
transition is dispensable for metastasis but induces chemoresistance in pancreatic cancer. Nature 2015, 527, 525–530. [CrossRef]
[PubMed]

40. Aiello, N.M.; Brabletz, T.; Kang, Y.; Nieto, M.A.; Weinberg, R.A.; Stanger, B.Z. Upholding a role for EMT in pancreatic cancer
metastasis. Nature 2017, 547, E7–E8. [CrossRef]

41. Ye, X.; Brabletz, T.; Kang, Y.; Longmore, G.D.; Nieto, M.A.; Stanger, B.Z.; Yang, J.; Weinberg, R.A. Upholding a role for EMT in
breast cancer metastasis. Nature 2017, 547, E1–E3. [CrossRef]

42. Sproll, C.; Fluegen, G.; Stoecklein, N.H. Minimal Residual Disease in Head and Neck Cancer and Esophageal Cancer. Adv. Exp.
Med. Biol. 2018, 1100, 55–82. [CrossRef]

43. Lang, S.; Wollenberg, B.; Dellian, M.; Steuer-Vogt, M.K.; Schwenzer, K.; Sautier, W.; Chucholowski, M.; Eckel, R.; Faas, I.;
Wilmes, E.; et al. Clinical and epidemiological data of patients with malignomas of the head and neck. Laryngorhinootologie 2002,
81, 499–508. [CrossRef] [PubMed]

44. Puram, S.V.; Tirosh, I.; Parikh, A.S.; Patel, A.P.; Yizhak, K.; Gillespie, S.; Rodman, C.; Luo, C.L.; Mroz, E.A.; Emerick, K.S.; et al.
Single-Cell Transcriptomic Analysis of Primary and Metastatic Tumor Ecosystems in Head and Neck Cancer. Cell 2017, 171,
1611–1624.e24. [CrossRef] [PubMed]

45. Mani, S.A.; Guo, W.; Liao, M.J.; Eaton, E.N.; Ayyanan, A.; Zhou, A.Y.; Brooks, M.; Reinhard, F.; Zhang, C.C.; Shipitsin, M.; et al.
The epithelial-mesenchymal transition generates cells with properties of stem cells. Cell 2008, 133, 704–715. [CrossRef] [PubMed]

46. Ye, X.; Weinberg, R.A. Epithelial-Mesenchymal Plasticity: A Central Regulator of Cancer Progression. Trends Cell Biol. 2015, 25,
675–686. [CrossRef]

http://doi.org/10.1016/j.ccell.2020.12.007
http://doi.org/10.1038/nature12625
http://www.ncbi.nlm.nih.gov/pubmed/24048066
http://doi.org/10.1056/NEJMoa053422
http://www.ncbi.nlm.nih.gov/pubmed/16467544
http://doi.org/10.3390/ijms18071506
http://www.ncbi.nlm.nih.gov/pubmed/28704968
http://doi.org/10.1038/nrc2013
http://doi.org/10.1038/nrg1748
http://doi.org/10.1126/scitranslmed.aaw8513
http://doi.org/10.1016/j.canlet.2012.02.018
http://www.ncbi.nlm.nih.gov/pubmed/22388100
http://doi.org/10.1016/j.oraloncology.2013.08.005
http://www.ncbi.nlm.nih.gov/pubmed/24035722
http://doi.org/10.1038/sj.onc.1207050
http://doi.org/10.1586/14737140.2015.978294
http://www.ncbi.nlm.nih.gov/pubmed/25367254
http://doi.org/10.1158/1078-0432.CCR-18-0776
http://www.ncbi.nlm.nih.gov/pubmed/30171046
http://doi.org/10.1038/s41580-018-0080-4
http://doi.org/10.1016/j.cell.2009.11.007
http://doi.org/10.1038/nrclinonc.2017.44
http://doi.org/10.1038/nrc.2017.118
http://www.ncbi.nlm.nih.gov/pubmed/29326430
http://doi.org/10.1016/j.cell.2016.11.037
http://www.ncbi.nlm.nih.gov/pubmed/28187288
http://doi.org/10.1038/nature15748
http://doi.org/10.1038/nature16064
http://www.ncbi.nlm.nih.gov/pubmed/26560028
http://doi.org/10.1038/nature22963
http://doi.org/10.1038/nature22816
http://doi.org/10.1007/978-3-319-97746-1_4
http://doi.org/10.1055/s-2002-33285
http://www.ncbi.nlm.nih.gov/pubmed/12173061
http://doi.org/10.1016/j.cell.2017.10.044
http://www.ncbi.nlm.nih.gov/pubmed/29198524
http://doi.org/10.1016/j.cell.2008.03.027
http://www.ncbi.nlm.nih.gov/pubmed/18485877
http://doi.org/10.1016/j.tcb.2015.07.012


Cancers 2021, 13, 5355 18 of 22

47. Daniel, Y.; Lelou, E.; Aninat, C.; Corlu, A.; Cabillic, F. Interplay between Metabolism Reprogramming and Epithelial-to-
Mesenchymal Transition in Cancer Stem Cells. Cancers 2021, 13, 1973. [CrossRef] [PubMed]

48. Muhammad, N.; Bhattacharya, S.; Steele, R.; Phillips, N.; Ray, R.B. Involvement of c-Fos in the Promotion of Cancer Stem-like
Cell Properties in Head and Neck Squamous Cell Carcinoma. Clin. Cancer Res. 2017, 23, 3120–3128. [CrossRef] [PubMed]

49. Tam, W.L.; Weinberg, R.A. The epigenetics of epithelial-mesenchymal plasticity in cancer. Nat. Med. 2013, 19, 1438–1449.
[CrossRef]

50. Thiery, J.P.; Lim, C.T. Tumor dissemination: An EMT affair. Cancer Cell 2013, 23, 272–273. [CrossRef]
51. Pang, X.; Tang, Y.L.; Liang, X.H. Transforming growth factor-beta signaling in head and neck squamous cell carcinoma: Insights

into cellular responses. Oncol. Lett. 2018, 16, 4799–4806. [CrossRef] [PubMed]
52. Massague, J. TGFbeta in Cancer. Cell 2008, 134, 215–230. [CrossRef]
53. Massague, J. TGF-beta signaling in development and disease. FEBS Lett. 2012, 586, 1833. [CrossRef]
54. Massague, J.; Blain, S.W.; Lo, R.S. TGFbeta signaling in growth control, cancer, and heritable disorders. Cell 2000, 103, 295–309.

[CrossRef]
55. Yu, C.; Liu, Y.; Huang, D.; Dai, Y.; Cai, G.; Sun, J.; Xu, T.; Tian, Y.; Zhang, X. TGF-beta1 mediates epithelial to mesenchymal

transition via the TGF-beta/Smad pathway in squamous cell carcinoma of the head and neck. Oncol. Rep. 2011, 25, 1581–1587.
[CrossRef]

56. Kim, N.; Ryu, H.; Kim, S.; Joo, M.; Jeon, H.J.; Lee, M.W.; Song, I.C.; Kim, M.N.; Kim, J.M.; Lee, H.J. CXCR7 promotes migration
and invasion in head and neck squamous cell carcinoma by upregulating TGF-beta1/Smad2/3 signaling. Sci. Rep. 2019, 9, 18100.
[CrossRef]

57. Wang, Y.; Wu, C.; Zhang, C.; Li, Z.; Zhu, T.; Chen, J.; Ren, Y.; Wang, X.; Zhang, L.; Zhou, X. TGF-beta-induced STAT3
overexpression promotes human head and neck squamous cell carcinoma invasion and metastasis through malat1/miR-30a
interactions. Cancer Lett. 2018, 436, 52–62. [CrossRef]

58. Zhang, W.; Li, J.; Wu, Y.; Ge, H.; Song, Y.; Wang, D.; Yuan, H.; Jiang, H.; Wang, Y.; Cheng, J. TEAD4 overexpression promotes
epithelial-mesenchymal transition and associates with aggressiveness and adverse prognosis in head neck squamous cell
carcinoma. Cancer Cell Int. 2018, 18, 178. [CrossRef] [PubMed]

59. Jensen, D.H.; Dabelsteen, E.; Specht, L.; Fiehn, A.M.; Therkildsen, M.H.; Jonson, L.; Vikesaa, J.; Nielsen, F.C.; von Buchwald, C.
Molecular profiling of tumour budding implicates TGFbeta-mediated epithelial-mesenchymal transition as a therapeutic target
in oral squamous cell carcinoma. J. Pathol. 2015, 236, 505–516. [CrossRef]

60. Chen, L.; Sun, D.Z.; Fu, Y.G.; Yang, P.Z.; Lv, H.Q.; Gao, Y.; Zhang, X.Y. Upregulation of microRNA-141 suppresses epithelial-
mesenchymal transition and lymph node metastasis in laryngeal cancer through HOXC6-dependent TGF-beta signaling pathway.
Cell Signal. 2020, 66, 109444. [CrossRef] [PubMed]

61. Gluck, C.; Glathar, A.; Tsompana, M.; Nowak, N.; Garrett-Sinha, L.A.; Buck, M.J.; Sinha, S. Molecular dissection of the oncogenic
role of ETS1 in the mesenchymal subtypes of head and neck squamous cell carcinoma. PLoS Genet. 2019, 15, e1008250. [CrossRef]

62. Theodoraki, M.N.; Yerneni, S.S.; Brunner, C.; Theodorakis, J.; Hoffmann, T.K.; Whiteside, T.L. Plasma-derived Exosomes Reverse
Epithelial-to-Mesenchymal Transition after Photodynamic Therapy of Patients with Head and Neck Cancer. Oncoscience 2018, 5,
75–87. [CrossRef]

63. Fanelli, M.F.; Oliveira, T.B.; Braun, A.C.; Corassa, M.; Abdallah, E.A.; Nicolau, U.R.; da Silva Alves, V.; Garcia, D.; Calsavara, V.F.;
Kowalski, L.P.; et al. Evaluation of incidence, significance, and prognostic role of circulating tumor microemboli and transforming
growth factor-beta receptor I in head and neck cancer. Head Neck 2017, 39, 2283–2292. [CrossRef]

64. Ohnuki, H.; Jiang, K.; Wang, D.; Salvucci, O.; Kwak, H.; Sanchez-Martin, D.; Maric, D.; Tosato, G. Tumor-infiltrating myeloid cells
activate Dll4/Notch/TGF-beta signaling to drive malignant progression. Cancer Res. 2014, 74, 2038–2049. [CrossRef]

65. Jiang, J.; Zheng, M.; Zhang, M.; Yang, X.; Li, L.; Wang, S.S.; Wu, J.S.; Yu, X.H.; Wu, J.B.; Pang, X.; et al. PRRX1 Regulates Cellular
Phenotype Plasticity and Dormancy of Head and Neck Squamous Cell Carcinoma through miR-642b-3p. Neoplasia 2019, 21,
216–229. [CrossRef] [PubMed]

66. Baumeister, P.; Hollmann, A.; Kitz, J.; Afthonidou, A.; Simon, F.; Shakhtour, J.; Mack, B.; Kranz, G.; Libl, D.; Leu, M.; et al. High
Expression of EpCAM and Sox2 is a Positive Prognosticator of Clinical Outcome for Head and Neck Carcinoma. Sci. Rep. 2018,
8, 14582. [CrossRef]

67. Schinke, H.; Pan, M.; Akyol, M.; Zhou, J.; Shi, E.; Kranz, G.; Libl, D.; Quadt, T.; Simon, F.; Canis, M.; et al. SLUG-related partial
epithelial-to-mesenchymal transition is a transcriptomic prognosticator of head and neck cancer survival. Mol. Oncol. 2021.
[CrossRef]

68. Kumai, T.; Oikawa, K.; Aoki, N.; Kimura, S.; Harabuchi, Y.; Celis, E.; Kobayashi, H. Tumor-derived TGF-beta and prostaglandin
E2 attenuate anti-tumor immune responses in head and neck squamous cell carcinoma treated with EGFR inhibitor. J. Transl.
Med. 2014, 12, 265. [CrossRef] [PubMed]

69. Li, J.; Wang, W.; Chen, S.; Cai, J.; Ban, Y.; Peng, Q.; Zhou, Y.; Zeng, Z.; Li, X.; Xiong, W.; et al. FOXA1 reprograms the TGF-beta-
stimulated transcriptional program from a metastasis promoter to a tumor suppressor in nasopharyngeal carcinoma. Cancer Lett.
2019, 442, 1–14. [CrossRef]

70. Tao, Y.; Sturgis, E.M.; Huang, Z.; Sun, Y.; Dahlstrom, K.R.; Wei, Q.; Li, G. A TGF-beta1 genetic variant at the miRNA187 binding
site significantly modifies risk of HPV16-associated oropharyngeal cancer. Int. J. Cancer 2018, 143, 1327–1334. [CrossRef]

http://doi.org/10.3390/cancers13081973
http://www.ncbi.nlm.nih.gov/pubmed/33923958
http://doi.org/10.1158/1078-0432.CCR-16-2811
http://www.ncbi.nlm.nih.gov/pubmed/27965308
http://doi.org/10.1038/nm.3336
http://doi.org/10.1016/j.ccr.2013.03.004
http://doi.org/10.3892/ol.2018.9319
http://www.ncbi.nlm.nih.gov/pubmed/30250544
http://doi.org/10.1016/j.cell.2008.07.001
http://doi.org/10.1016/j.febslet.2012.05.030
http://doi.org/10.1016/S0092-8674(00)00121-5
http://doi.org/10.3892/or.2011.1251
http://doi.org/10.1038/s41598-019-54705-x
http://doi.org/10.1016/j.canlet.2018.08.009
http://doi.org/10.1186/s12935-018-0675-z
http://www.ncbi.nlm.nih.gov/pubmed/30459528
http://doi.org/10.1002/path.4550
http://doi.org/10.1016/j.cellsig.2019.109444
http://www.ncbi.nlm.nih.gov/pubmed/31629025
http://doi.org/10.1371/journal.pgen.1008250
http://doi.org/10.18632/oncoscience.410
http://doi.org/10.1002/hed.24899
http://doi.org/10.1158/0008-5472.CAN-13-3118
http://doi.org/10.1016/j.neo.2018.12.001
http://www.ncbi.nlm.nih.gov/pubmed/30622052
http://doi.org/10.1038/s41598-018-32178-8
http://doi.org/10.1002/1878-0261.13075
http://doi.org/10.1186/s12967-014-0265-3
http://www.ncbi.nlm.nih.gov/pubmed/25240937
http://doi.org/10.1016/j.canlet.2018.10.036
http://doi.org/10.1002/ijc.31530


Cancers 2021, 13, 5355 19 of 22

71. Bragado, P.; Estrada, Y.; Parikh, F.; Krause, S.; Capobianco, C.; Farina, H.G.; Schewe, D.M.; Aguirre-Ghiso, J.A. TGF-beta2 dictates
disseminated tumour cell fate in target organs through TGF-beta-RIII and p38alpha/beta signalling. Nat. Cell Biol. 2013, 15,
1351–1361. [CrossRef]

72. Yu, T.; Tang, Q.; Chen, X.; Fan, W.; Zhou, Z.; Huang, W.; Liang, F. TGF-beta1 and IL-17A comediate the protumor phenotype
of neutrophils to regulate the epithelial-mesenchymal transition in oral squamous cell carcinoma. J. Oral Pathol. Med. 2021, 50,
353–361. [CrossRef]

73. Taniguchi, S.; Elhance, A.; Van Duzer, A.; Kumar, S.; Leitenberger, J.J.; Oshimori, N. Tumor-initiating cells establish an IL-33-TGF-
beta niche signaling loop to promote cancer progression. Science 2020, 369, eaay1813. [CrossRef] [PubMed]

74. Jung, A.R.; Jung, C.H.; Noh, J.K.; Lee, Y.C.; Eun, Y.G. Epithelial-mesenchymal transition gene signature is associated with
prognosis and tumor microenvironment in head and neck squamous cell carcinoma. Sci. Rep. 2020, 10, 3652. [CrossRef]

75. Grandis, J.R.; Tweardy, D.J. TGF-alpha and EGFR in head and neck cancer. J. Cell Biochem. Suppl. 1993, 17F, 188–191. [CrossRef]
[PubMed]

76. Grandis, J.R.; Tweardy, D.J. Elevated levels of transforming growth factor alpha and epidermal growth factor receptor messenger
RNA are early markers of carcinogenesis in head and neck cancer. Cancer Res. 1993, 53, 3579–3584.

77. Ford, A.C.; Grandis, J.R. Targeting epidermal growth factor receptor in head and neck cancer. Head Neck 2003, 25, 67–73. [CrossRef]
[PubMed]

78. Weber, R.S.; Pathak, S.; Frankenthaler, R.; Gallick, G.E.; Sacks, P.G. Effect of epidermal growth factor (EGF) on a newly established
head and neck squamous carcinoma cell line. Otolaryngol. Head Neck Surg. 1988, 99, 567–573. [CrossRef]

79. Grandis, J.R.; Tweardy, D.J. The role of peptide growth factors in head and neck carcinoma. Otolaryngol. Clin. N. Am. 1992, 25,
1105–1115. [CrossRef]

80. Sturgis, E.M.; Sacks, P.G.; Masui, H.; Mendelsohn, J.; Schantz, S.P. Effects of antiepidermal growth factor receptor antibody 528
on the proliferation and differentiation of head and neck cancer. Otolaryngol. Head Neck Surg. 1994, 111, 633–643. [CrossRef]
[PubMed]

81. Aboud-Pirak, E.; Hurwitz, E.; Pirak, M.E.; Bellot, F.; Schlessinger, J.; Sela, M. Efficacy of antibodies to epidermal growth factor
receptor against KB carcinoma in vitro and in nude mice. J. Natl. Cancer Inst. 1988, 80, 1605–1611. [CrossRef]

82. Graham, J.; Muhsin, M.; Kirkpatrick, P. Cetuximab. Nat. Rev. Drug Discov. 2004, 3, 549–550. [CrossRef]
83. Goldberg, R.M. Cetuximab. Nat. Rev. Drug Discov. 2005, 1, S10–S11. [CrossRef]
84. Taberna, M.; Oliva, M.; Mesia, R. Cetuximab-Containing Combinations in Locally Advanced and Recurrent or Metastatic Head

and Neck Squamous Cell Carcinoma. Front. Oncol. 2019, 9, 383. [CrossRef]
85. Patel, A.N.; Mehnert, J.M.; Kim, S. Treatment of recurrent metastatic head and neck cancer: Focus on cetuximab. Clin. Med.

Insights Ear Nose Throat 2012, 5, 1–16. [CrossRef] [PubMed]
86. Lu, Z.; Jiang, G.; Blume-Jensen, P.; Hunter, T. Epidermal growth factor-induced tumor cell invasion and metastasis initiated by

dephosphorylation and downregulation of focal adhesion kinase. Mol. Cell Biol. 2001, 21, 4016–4031. [CrossRef]
87. Lu, Z.; Ghosh, S.; Wang, Z.; Hunter, T. Downregulation of caveolin-1 function by EGF leads to the loss of E-cadherin, increased

transcriptional activity of beta-catenin, and enhanced tumor cell invasion. Cancer Cell 2003, 4, 499–515. [CrossRef]
88. Pan, M.; Schinke, H.; Luxenburger, E.; Kranz, G.; Shakhtour, J.; Libl, D.; Huang, Y.; Gaber, A.; Pavsic, M.; Lenarcic, B.; et al.

EpCAM ectodomain EpEX is a ligand of EGFR that counteracts EGF-mediated epithelial-mesenchymal transition through
modulation of phospho-ERK1/2 in head and neck cancers. PLoS Biol. 2018, 16, e2006624. [CrossRef]

89. Zuo, J.H.; Zhu, W.; Li, M.Y.; Li, X.H.; Yi, H.; Zeng, G.Q.; Wan, X.X.; He, Q.Y.; Li, J.H.; Qu, J.Q.; et al. Activation of EGFR promotes
squamous carcinoma SCC10A cell migration and invasion via inducing EMT-like phenotype change and MMP-9-mediated
degradation of E-cadherin. J. Cell Biochem. 2011, 112, 2508–2517. [CrossRef]

90. Holz, C.; Niehr, F.; Boyko, M.; Hristozova, T.; Distel, L.; Budach, V.; Tinhofer, I. Epithelial-mesenchymal-transition induced by
EGFR activation interferes with cell migration and response to irradiation and cetuximab in head and neck cancer cells. Radiother.
Oncol. 2011, 101, 158–164. [CrossRef] [PubMed]

91. Xu, Q.; Zhang, Q.; Ishida, Y.; Hajjar, S.; Tang, X.; Shi, H.; Dang, C.V.; Le, A.D. EGF induces epithelial-mesenchymal transition
and cancer stem-like cell properties in human oral cancer cells via promoting Warburg effect. Oncotarget 2017, 8, 9557–9571.
[CrossRef] [PubMed]

92. Zhang, Z.; Dong, Z.; Lauxen, I.S.; Filho, M.S.; Nor, J.E. Endothelial cell-secreted EGF induces epithelial to mesenchymal transition
and endows head and neck cancer cells with stem-like phenotype. Cancer Res. 2014, 74, 2869–2881. [CrossRef] [PubMed]

93. Dai, W.; Li, Y.; Zhou, Q.; Xu, Z.; Sun, C.; Tan, X.; Lu, L. Cetuximab inhibits oral squamous cell carcinoma invasion and metastasis
via degradation of epidermal growth factor receptor. J. Oral Pathol. Med. 2014, 43, 250–257. [CrossRef]

94. Grybauskas, M.; Daisne, J.F.; Aleknavicius, E.; Burneckis, A. Early prediction of response to cetuximab and radiotherapy by
FDG-PET/CT for the treatment of a locoregionally advanced squamous cell carcinoma of the hypopharynx. Medicina 2014, 50,
245–248. [CrossRef] [PubMed]

95. Fujiwara, T.; Eguchi, T.; Sogawa, C.; Ono, K.; Murakami, J.; Ibaragi, S.; Asaumi, J.I.; Calderwood, S.K.; Okamoto, K.; Kozaki, K.I.
Carcinogenic epithelial-mesenchymal transition initiated by oral cancer exosomes is inhibited by anti-EGFR antibody cetuximab.
Oral Oncol. 2018, 86, 251–257. [CrossRef]

http://doi.org/10.1038/ncb2861
http://doi.org/10.1111/jop.13122
http://doi.org/10.1126/science.aay1813
http://www.ncbi.nlm.nih.gov/pubmed/32675345
http://doi.org/10.1038/s41598-020-60707-x
http://doi.org/10.1002/jcb.240531027
http://www.ncbi.nlm.nih.gov/pubmed/8412192
http://doi.org/10.1002/hed.10224
http://www.ncbi.nlm.nih.gov/pubmed/12478546
http://doi.org/10.1177/019459988809900605
http://doi.org/10.1016/S0030-6665(20)30928-2
http://doi.org/10.1177/019459989411100515
http://www.ncbi.nlm.nih.gov/pubmed/7970803
http://doi.org/10.1093/jnci/80.20.1605
http://doi.org/10.1038/nrd1445
http://doi.org/10.1038/nrd1728
http://doi.org/10.3389/fonc.2019.00383
http://doi.org/10.4137/CMENT.S5129
http://www.ncbi.nlm.nih.gov/pubmed/24179404
http://doi.org/10.1128/MCB.21.12.4016-4031.2001
http://doi.org/10.1016/S1535-6108(03)00304-0
http://doi.org/10.1371/journal.pbio.2006624
http://doi.org/10.1002/jcb.23175
http://doi.org/10.1016/j.radonc.2011.05.042
http://www.ncbi.nlm.nih.gov/pubmed/21665310
http://doi.org/10.18632/oncotarget.13771
http://www.ncbi.nlm.nih.gov/pubmed/27926487
http://doi.org/10.1158/0008-5472.CAN-13-2032
http://www.ncbi.nlm.nih.gov/pubmed/24686166
http://doi.org/10.1111/jop.12116
http://doi.org/10.1016/j.medici.2014.09.003
http://www.ncbi.nlm.nih.gov/pubmed/25458962
http://doi.org/10.1016/j.oraloncology.2018.09.030


Cancers 2021, 13, 5355 20 of 22

96. Gao, L.; Zhang, W.; Zhong, W.Q.; Liu, Z.J.; Li, H.M.; Yu, Z.L.; Zhao, Y.F. Tumor associated macrophages induce epithelial to
mesenchymal transition via the EGFR/ERK1/2 pathway in head and neck squamous cell carcinoma. Oncol. Rep. 2018, 40,
2558–2572. [CrossRef]

97. Watermann, C.; Pasternack, H.; Idel, C.; Ribbat-Idel, J.; Bragelmann, J.; Kuppler, P.; Offermann, A.; Jonigk, D.; Kuhnel, M.P.;
Schrock, A.; et al. Recurrent HNSCC Harbor an Immunosuppressive Tumor Immune Microenvironment Suggesting Successful
Tumor Immune Evasion. Clin. Cancer Res. 2021, 27, 632–644. [CrossRef] [PubMed]

98. Liang, K.H.; Tso, H.C.; Hung, S.H.; Kuan, I.I.; Lai, J.K.; Ke, F.Y.; Chuang, Y.T.; Liu, I.J.; Wang, Y.P.; Chen, R.H.; et al. Extracellular
domain of EpCAM enhances tumor progression through EGFR signaling in colon cancer cells. Cancer Lett. 2018, 433, 165–175.
[CrossRef]

99. Maetzel, D.; Denzel, S.; Mack, B.; Canis, M.; Went, P.; Benk, M.; Kieu, C.; Papior, P.; Baeuerle, P.A.; Munz, M.; et al. Nuclear
signalling by tumour-associated antigen EpCAM. Nat. Cell Biol. 2009, 11, 162–171. [CrossRef]

100. Chen, H.N.; Liang, K.H.; Lai, J.K.; Lan, C.H.; Liao, M.Y.; Hung, S.H.; Chuang, Y.T.; Chen, K.C.; Tsuei, W.W.; Wu, H.C. EpCAM
Signaling Promotes Tumor Progression and Protein Stability of PD-L1 through the EGFR Pathway. Cancer Res. 2020, 80, 5035–5050.
[CrossRef]

101. Kuan, I.I.; Lee, C.C.; Chen, C.H.; Lu, J.; Kuo, Y.S.; Wu, H.C. The extracellular domain of epithelial cell adhesion molecule (EpCAM)
enhances multipotency of mesenchymal stem cells through EGFR-LIN28-LET7 signaling. J. Biol. Chem. 2019, 294, 7769–7786.
[CrossRef]

102. Puram, S.V.; Parikh, A.S.; Tirosh, I. Single cell RNA-seq highlights a role for a partial EMT in head and neck cancer. Mol. Cell
Oncol. 2018, 5, e1448244. [CrossRef] [PubMed]

103. Zheng, Y.; Wang, Z.; Xiong, X.; Zhong, Y.; Zhang, W.; Dong, Y.; Li, J.; Zhu, Z.; Zhang, W.; Wu, H.; et al. Membrane-tethered
Notch1 exhibits oncogenic property via activation of EGFR-PI3K-AKT pathway in oral squamous cell carcinoma. J. Cell Physiol.
2019, 234, 5940–5952. [CrossRef]

104. Keysar, S.B.; Le, P.N.; Anderson, R.T.; Morton, J.J.; Bowles, D.W.; Paylor, J.J.; Vogler, B.W.; Thorburn, J.; Fernandez, P.;
Glogowska, M.J.; et al. Hedgehog signaling alters reliance on EGF receptor signaling and mediates anti-EGFR therapeutic
resistance in head and neck cancer. Cancer Res. 2013, 73, 3381–3392. [CrossRef] [PubMed]

105. Stemmler, M.P.; Eccles, R.L.; Brabletz, S.; Brabletz, T. Non-redundant functions of EMT transcription factors. Nat. Cell Biol. 2019,
21, 102–112. [CrossRef] [PubMed]

106. Wan, Y.; Liu, H.; Zhang, M.; Huang, Z.; Zhou, H.; Zhu, Y.; Tao, Y.; Xie, N.; Liu, X.; Hou, J.; et al. Prognostic value of epithelial-
mesenchymal transition-inducing transcription factors in head and neck squamous cell carcinoma: A meta-analysis. Head Neck
2020, 42, 1067–1076. [CrossRef] [PubMed]

107. Zhang, J.; Cheng, Q.; Zhou, Y.; Wang, Y.; Chen, X. Slug is a key mediator of hypoxia induced cadherin switch in HNSCC:
Correlations with poor prognosis. Oral Oncol. 2013, 49, 1043–1050. [CrossRef]

108. Cappellesso, R.; Marioni, G.; Crescenzi, M.; Giacomelli, L.; Guzzardo, V.; Mussato, A.; Staffieri, A.; Martini, A.; Blandamura, S.;
Fassina, A. The prognostic role of the epithelial-mesenchymal transition markers E-cadherin and Slug in laryngeal squamous cell
carcinoma. Histopathology 2015, 67, 491–500. [CrossRef]

109. Katafiasz, D.; Smith, L.M.; Wahl, J.K., 3rd. Slug (SNAI2) expression in oral SCC cells results in altered cell-cell adhesion and
increased motility. Cell Adh. Migr. 2011, 5, 315–322. [CrossRef] [PubMed]

110. Moon, J.H.; Lee, S.H.; Lim, Y.C. Wnt/beta-catenin/Slug pathway contributes to tumor invasion and lymph node metastasis in
head and neck squamous cell carcinoma. Clin. Exp. Metastasis 2021, 38, 163–174. [CrossRef]

111. Schinke, H.; Heider, T.; Herkommer, T.; Simon, F.; Blancke Soares, A.; Kranz, G.; Samaga, D.; Dajka, L.; Feuchtinger, A.;
Walch, A.; et al. Digital scoring of EpCAM and slug expression as prognostic markers in head and neck squamous cell carcinomas.
Mol. Oncol. 2020, 15, 1040–1053. [CrossRef] [PubMed]

112. Moon, J.H.; Lee, S.H.; Koo, B.S.; Kim, J.M.; Huang, S.; Cho, J.H.; Eun, Y.G.; Shin, H.A.; Lim, Y.C. Slug is a novel molecular target
for head and neck squamous cell carcinoma stem-like cells. Oral Oncol. 2020, 111, 104948. [CrossRef] [PubMed]

113. Riechelmann, H.; Steinbichler, T.B.; Sprung, S.; Santer, M.; Runge, A.; Ganswindt, U.; Gamerith, G.; Dudas, J. The Epithelial-
Mesenchymal Transcription Factor Slug Predicts Survival Benefit of Up-Front Surgery in Head and Neck Cancer. Cancers 2021,
13, 772. [CrossRef]

114. Dennis, M.; Wang, G.; Luo, J.; Lin, Y.; Dohadwala, M.; Abemayor, E.; Elashoff, D.A.; Sharma, S.; Dubinett, S.M.; St John, M.A.
Snail controls the mesenchymal phenotype and drives erlotinib resistance in oral epithelial and head and neck squamous cell
carcinoma cells. Otolaryngol. Head Neck Surg. 2012, 147, 726–732. [CrossRef]

115. Masui, T.; Ota, I.; Yook, J.I.; Mikami, S.; Yane, K.; Yamanaka, T.; Hosoi, H. Snail-induced epithelial-mesenchymal transition
promotes cancer stem cell-like phenotype in head and neck cancer cells. Int. J. Oncol. 2014, 44, 693–699. [CrossRef] [PubMed]

116. Lin, Y.; Mallen-St. Clair, J.; Wang, G.; Luo, J.; Palma-Diaz, F.; Lai, C.; Elashoff, D.A.; Sharma, S.; Dubinett, S.M.; St. John, M. p38
MAPK mediates epithelial-mesenchymal transition by regulating p38IP and Snail in head and neck squamous cell carcinoma.
Oral Oncol. 2016, 60, 81–89. [CrossRef] [PubMed]

117. Yadav, A.; Kumar, B.; Datta, J.; Teknos, T.N.; Kumar, P. IL-6 promotes head and neck tumor metastasis by inducing epithelial-
mesenchymal transition via the JAK-STAT3-SNAIL signaling pathway. Mol. Cancer Res. 2011, 9, 1658–1667. [CrossRef] [PubMed]

http://doi.org/10.3892/or.2018.6657
http://doi.org/10.1158/1078-0432.CCR-20-0197
http://www.ncbi.nlm.nih.gov/pubmed/33109740
http://doi.org/10.1016/j.canlet.2018.06.040
http://doi.org/10.1038/ncb1824
http://doi.org/10.1158/0008-5472.CAN-20-1264
http://doi.org/10.1074/jbc.RA119.007386
http://doi.org/10.1080/23723556.2018.1448244
http://www.ncbi.nlm.nih.gov/pubmed/30250901
http://doi.org/10.1002/jcp.27022
http://doi.org/10.1158/0008-5472.CAN-12-4047
http://www.ncbi.nlm.nih.gov/pubmed/23576557
http://doi.org/10.1038/s41556-018-0196-y
http://www.ncbi.nlm.nih.gov/pubmed/30602760
http://doi.org/10.1002/hed.26104
http://www.ncbi.nlm.nih.gov/pubmed/32048783
http://doi.org/10.1016/j.oraloncology.2013.08.003
http://doi.org/10.1111/his.12668
http://doi.org/10.4161/cam.5.4.17040
http://www.ncbi.nlm.nih.gov/pubmed/21785273
http://doi.org/10.1007/s10585-021-10081-3
http://doi.org/10.1002/1878-0261.12886
http://www.ncbi.nlm.nih.gov/pubmed/33340247
http://doi.org/10.1016/j.oraloncology.2020.104948
http://www.ncbi.nlm.nih.gov/pubmed/32771963
http://doi.org/10.3390/cancers13040772
http://doi.org/10.1177/0194599812446407
http://doi.org/10.3892/ijo.2013.2225
http://www.ncbi.nlm.nih.gov/pubmed/24365974
http://doi.org/10.1016/j.oraloncology.2016.06.010
http://www.ncbi.nlm.nih.gov/pubmed/27531877
http://doi.org/10.1158/1541-7786.MCR-11-0271
http://www.ncbi.nlm.nih.gov/pubmed/21976712


Cancers 2021, 13, 5355 21 of 22

118. Ota, I.; Masui, T.; Kurihara, M.; Yook, J.I.; Mikami, S.; Kimura, T.; Shimada, K.; Konishi, N.; Yane, K.; Yamanaka, T.; et al.
Snail-induced EMT promotes cancer stem cell-like properties in head and neck cancer cells. Oncol. Rep. 2016, 35, 261–266.
[CrossRef] [PubMed]

119. Li, C.F.; Chen, J.Y.; Ho, Y.H.; Hsu, W.H.; Wu, L.C.; Lan, H.Y.; Hsu, D.S.; Tai, S.K.; Chang, Y.C.; Yang, M.H. Snail-induced claudin-11
prompts collective migration for tumour progression. Nat. Cell Biol. 2019, 21, 251–262. [CrossRef] [PubMed]

120. Way, T.D.; Huang, J.T.; Chou, C.H.; Huang, C.H.; Yang, M.H.; Ho, C.T. Emodin represses TWIST1-induced epithelial-mesenchymal
transitions in head and neck squamous cell carcinoma cells by inhibiting the beta-catenin and Akt pathways. Eur. J. Cancer 2014,
50, 366–378. [CrossRef] [PubMed]

121. da Silva, S.D.; Alaoui-Jamali, M.A.; Soares, F.A.; Carraro, D.M.; Brentani, H.P.; Hier, M.; Rogatto, S.R.; Kowalski, L.P. TWIST1 is a
molecular marker for a poor prognosis in oral cancer and represents a potential therapeutic target. Cancer 2014, 120, 352–362.
[CrossRef]

122. Gasparotto, D.; Polesel, J.; Marzotto, A.; Colladel, R.; Piccinin, S.; Modena, P.; Grizzo, A.; Sulfaro, S.; Serraino, D.; Barzan, L.; et al.
Overexpression of TWIST2 correlates with poor prognosis in head and neck squamous cell carcinomas. Oncotarget 2011, 2,
1165–1175. [CrossRef] [PubMed]

123. Chung, C.H.; Parker, J.S.; Ely, K.; Carter, J.; Yi, Y.; Murphy, B.A.; Ang, K.K.; El-Naggar, A.K.; Zanation, A.M.; Cmelak, A.J.; et al.
Gene expression profiles identify epithelial-to-mesenchymal transition and activation of nuclear factor-kappaB signaling as
characteristics of a high-risk head and neck squamous cell carcinoma. Cancer Res. 2006, 66, 8210–8218. [CrossRef]

124. Yang, M.H.; Chang, S.Y.; Chiou, S.H.; Liu, C.J.; Chi, C.W.; Chen, P.M.; Teng, S.C.; Wu, K.J. Overexpression of NBS1 induces
epithelial-mesenchymal transition and co-expression of NBS1 and Snail predicts metastasis of head and neck cancer. Oncogene
2007, 26, 1459–1467. [CrossRef] [PubMed]

125. Domnich, M.; Riedesel, J.; Pylaeva, E.; Kurten, C.H.L.; Buer, J.; Lang, S.; Jablonska, J. Oral Neutrophils: Underestimated Players in
Oral Cancer. Front. Immunol. 2020, 11, 565683. [CrossRef] [PubMed]

126. Ong, H.S.; Gokavarapu, S.; Tian, Z.; Li, J.; Xu, Q.; Zhang, C.P.; Cao, W. PDGFRA mRNA overexpression is associated with regional
metastasis and reduced survival in oral squamous cell carcinoma. J. Oral Pathol. Med. 2018, 47, 652–659. [CrossRef]

127. Wang, J.; Cui, R.; Clement, C.G.; Nawgiri, R.; Powell, D.W.; Pinchuk, I.V.; Watts, T.L. Activation PDGFR-alpha/AKT Mediated
Signaling Pathways in Oral Squamous Cell Carcinoma by Mesenchymal Stem/Stromal Cells Promotes Anti-apoptosis and
Decreased Sensitivity to Cisplatin. Front. Oncol. 2020, 10, 552. [CrossRef]

128. Parikh, A.S.; Puram, S.V.; Faquin, W.C.; Richmon, J.D.; Emerick, K.S.; Deschler, D.G.; Varvares, M.A.; Tirosh, I.; Bernstein, B.E.;
Lin, D.T. Immunohistochemical quantification of partial-EMT in oral cavity squamous cell carcinoma primary tumors is associated
with nodal metastasis. Oral Oncol. 2019, 99, 104458. [CrossRef] [PubMed]

129. da Silva, S.D.; Morand, G.B.; Alobaid, F.A.; Hier, M.P.; Mlynarek, A.M.; Alaoui-Jamali, M.A.; Kowalski, L.P. Epithelial-
mesenchymal transition (EMT) markers have prognostic impact in multiple primary oral squamous cell carcinoma. Clin.
Exp. Metastasis 2015, 32, 55–63. [CrossRef] [PubMed]

130. Kisoda, S.; Shao, W.; Fujiwara, N.; Mouri, Y.; Tsunematsu, T.; Jin, S.; Arakaki, R.; Ishimaru, N.; Kudo, Y. Prognostic value of
partial EMT-related genes in head and neck squamous cell carcinoma by a bioinformatic analysis. Oral Dis. 2020, 26, 1149–1156.
[CrossRef]

131. Pectasides, E.; Rampias, T.; Sasaki, C.; Perisanidis, C.; Kouloulias, V.; Burtness, B.; Zaramboukas, T.; Rimm, D.; Fountzilas, G.;
Psyrri, A. Markers of epithelial to mesenchymal transition in association with survival in head and neck squamous cell carcinoma
(HNSCC). PLoS ONE 2014, 9, e94273. [CrossRef] [PubMed]

132. Racle, J.; de Jonge, K.; Baumgaertner, P.; Speiser, D.E.; Gfeller, D. Simultaneous enumeration of cancer and immune cell types
from bulk tumor gene expression data. Elife 2017, 6, e26476. [CrossRef]

133. Foroutan, M.; Bhuva, D.D.; Lyu, R.; Horan, K.; Cursons, J.; Davis, M.J. Single sample scoring of molecular phenotypes. BMC
Bioinform. 2018, 19, 404. [CrossRef]

134. Tyler, M.; Tirosh, I. Decoupling epithelial-mesenchymal transitions from stromal profiles by integrative expression analysis. Nat.
Commun. 2021, 12, 2592. [CrossRef]

135. Chen, C.; Wei, Y.; Hummel, M.; Hoffmann, T.K.; Gross, M.; Kaufmann, A.M.; Albers, A.E. Evidence for epithelial-mesenchymal
transition in cancer stem cells of head and neck squamous cell carcinoma. PLoS ONE 2011, 6, e16466. [CrossRef]

136. Biddle, A.; Gammon, L.; Liang, X.; Costea, D.E.; Mackenzie, I.C. Phenotypic Plasticity Determines Cancer Stem Cell Therapeutic
Resistance in Oral Squamous Cell Carcinoma. EBioMedicine 2016, 4, 138–145. [CrossRef] [PubMed]

137. Biddle, A.; Liang, X.; Gammon, L.; Fazil, B.; Harper, L.J.; Emich, H.; Costea, D.E.; Mackenzie, I.C. Cancer stem cells in squamous
cell carcinoma switch between two distinct phenotypes that are preferentially migratory or proliferative. Cancer Res. 2011, 71,
5317–5326. [CrossRef] [PubMed]

138. Shigeishi, H.; Biddle, A.; Gammon, L.; Emich, H.; Rodini, C.O.; Gemenetzidis, E.; Fazil, B.; Sugiyama, M.; Kamata, N.;
Mackenzie, I.C. Maintenance of stem cell self-renewal in head and neck cancers requires actions of GSK3beta influenced by CD44
and RHAMM. Stem Cells 2013, 31, 2073–2083. [CrossRef]

139. Chen, L.; Li, Y.C.; Wu, L.; Yu, G.T.; Zhang, W.F.; Huang, C.F.; Sun, Z.J. TRAF6 regulates tumour metastasis through EMT and CSC
phenotypes in head and neck squamous cell carcinoma. J. Cell Mol. Med. 2018, 22, 1337–1349. [CrossRef]

http://doi.org/10.3892/or.2015.4348
http://www.ncbi.nlm.nih.gov/pubmed/26498709
http://doi.org/10.1038/s41556-018-0268-z
http://www.ncbi.nlm.nih.gov/pubmed/30664792
http://doi.org/10.1016/j.ejca.2013.09.025
http://www.ncbi.nlm.nih.gov/pubmed/24157255
http://doi.org/10.1002/cncr.28404
http://doi.org/10.18632/oncotarget.390
http://www.ncbi.nlm.nih.gov/pubmed/22201613
http://doi.org/10.1158/0008-5472.CAN-06-1213
http://doi.org/10.1038/sj.onc.1209929
http://www.ncbi.nlm.nih.gov/pubmed/16936774
http://doi.org/10.3389/fimmu.2020.565683
http://www.ncbi.nlm.nih.gov/pubmed/33162980
http://doi.org/10.1111/jop.12713
http://doi.org/10.3389/fonc.2020.00552
http://doi.org/10.1016/j.oraloncology.2019.104458
http://www.ncbi.nlm.nih.gov/pubmed/31704557
http://doi.org/10.1007/s10585-014-9690-1
http://www.ncbi.nlm.nih.gov/pubmed/25433796
http://doi.org/10.1111/odi.13351
http://doi.org/10.1371/journal.pone.0094273
http://www.ncbi.nlm.nih.gov/pubmed/24722213
http://doi.org/10.7554/eLife.26476
http://doi.org/10.1186/s12859-018-2435-4
http://doi.org/10.1038/s41467-021-22800-1
http://doi.org/10.1371/journal.pone.0016466
http://doi.org/10.1016/j.ebiom.2016.01.007
http://www.ncbi.nlm.nih.gov/pubmed/26981578
http://doi.org/10.1158/0008-5472.CAN-11-1059
http://www.ncbi.nlm.nih.gov/pubmed/21685475
http://doi.org/10.1002/stem.1418
http://doi.org/10.1111/jcmm.13439


Cancers 2021, 13, 5355 22 of 22

140. Lin, C.; Ren, Z.; Yang, X.; Yang, R.; Chen, Y.; Liu, Z.; Dai, Z.; Zhang, Y.; He, Y.; Zhang, C.; et al. Nerve growth factor (NGF)-TrkA
axis in head and neck squamous cell carcinoma triggers EMT and confers resistance to the EGFR inhibitor erlotinib. Cancer Lett.
2020, 472, 81–96. [CrossRef]

141. Steinbichler, T.B.; Alshaimaa, A.; Maria, M.V.; Daniel, D.; Herbert, R.; Jozsef, D.; Ira-Ida, S. Epithelial-mesenchymal crosstalk
induces radioresistance in HNSCC cells. Oncotarget 2018, 9, 3641–3652. [CrossRef] [PubMed]

142. Chang, J.W.; Gwak, S.Y.; Shim, G.A.; Liu, L.; Lim, Y.C.; Kim, J.M.; Jung, M.G.; Koo, B.S. EZH2 is associated with poor prognosis
in head-and-neck squamous cell carcinoma via regulating the epithelial-to-mesenchymal transition and chemosensitivity. Oral
Oncol. 2016, 52, 66–74. [CrossRef]

143. Cheng, H.; Fertig, E.J.; Ozawa, H.; Hatakeyama, H.; Howard, J.D.; Perez, J.; Considine, M.; Thakar, M.; Ranaweera, R.;
Krigsfeld, G.; et al. Decreased SMAD4 expression is associated with induction of epithelial-to-mesenchymal transition and
cetuximab resistance in head and neck squamous cell carcinoma. Cancer Biol. Ther. 2015, 16, 1252–1258. [CrossRef]

144. Maseki, S.; Ijichi, K.; Tanaka, H.; Fujii, M.; Hasegawa, Y.; Ogawa, T.; Murakami, S.; Kondo, E.; Nakanishi, H. Acquisition of EMT
phenotype in the gefitinib-resistant cells of a head and neck squamous cell carcinoma cell line through Akt/GSK-3beta/snail
signalling pathway. Br. J. Cancer 2012, 106, 1196–1204. [CrossRef]

145. Li, Z.; Wang, Y.; Zhu, Y.; Yuan, C.; Wang, D.; Zhang, W.; Qi, B.; Qiu, J.; Song, X.; Ye, J.; et al. The Hippo transducer TAZ promotes
epithelial to mesenchymal transition and cancer stem cell maintenance in oral cancer. Mol. Oncol. 2015, 9, 1091–1105. [CrossRef]
[PubMed]

146. Schrader, C.H.; Kolb, M.; Zaoui, K.; Flechtenmacher, C.; Grabe, N.; Weber, K.J.; Hielscher, T.; Plinkert, P.K.; Hess, J. Kallikrein-
related peptidase 6 regulates epithelial-to-mesenchymal transition and serves as prognostic biomarker for head and neck
squamous cell carcinoma patients. Mol. Cancer 2015, 14, 107. [CrossRef] [PubMed]

147. Fukusumi, T.; Guo, T.W.; Sakai, A.; Ando, M.; Ren, S.; Haft, S.; Liu, C.; Amornphimoltham, P.; Gutkind, J.S.; Califano, J.A. The
NOTCH4-HEY1 Pathway Induces Epithelial-Mesenchymal Transition in Head and Neck Squamous Cell Carcinoma. Clin. Cancer
Res. 2018, 24, 619–633. [CrossRef] [PubMed]

148. Gatenby, R.A.; Brown, J.S. Integrating evolutionary dynamics into cancer therapy. Nat. Rev. Clin. Oncol. 2020, 17, 675–686.
[CrossRef]

149. Jiang, Y.; Zhan, H. Communication between EMT and PD-L1 signaling: New insights into tumor immune evasion. Cancer Lett.
2020, 468, 72–81. [CrossRef] [PubMed]

150. Zhou, S.; Zhang, M.; Zhou, C.; Wang, W.; Yang, H.; Ye, W. The role of epithelial-mesenchymal transition in regulating radioresis-
tance. Crit. Rev. Oncol. Hematol. 2020, 150, 102961. [CrossRef]

151. Du, B.; Shim, J.S. Targeting Epithelial-Mesenchymal Transition (EMT) to Overcome Drug Resistance in Cancer. Molecules 2016, 21,
965. [CrossRef] [PubMed]

152. Jonckheere, S.; Adams, J.; De Groote, D.; Campbell, K.; Berx, G.; Goossens, S. Epithelial-Mesenchymal Transition (EMT) as a
Therapeutic Target. Cells Tissues Organs 2021, 1–26. [CrossRef] [PubMed]

153. Voon, D.C.; Huang, R.Y.; Jackson, R.A.; Thiery, J.P. The EMT spectrum and therapeutic opportunities. Mol. Oncol. 2017, 11,
878–891. [CrossRef]

154. Tolcher, A.W.; Berlin, J.D.; Cosaert, J.; Kauh, J.; Chan, E.; Piha-Paul, S.A.; Amaya, A.; Tang, S.; Driscoll, K.; Kimbung, R.; et al.
A phase 1 study of anti-TGFbeta receptor type-II monoclonal antibody LY3022859 in patients with advanced solid tumors. Cancer
Chemother. Pharmacol. 2017, 79, 673–680. [CrossRef]

155. Ramesh, V.; Brabletz, T.; Ceppi, P. Targeting EMT in Cancer with Repurposed Metabolic Inhibitors. Trends Cancer 2020, 6, 942–950.
[CrossRef] [PubMed]

156. Caponigro, F.; Di Gennaro, E.; Ionna, F.; Longo, F.; Aversa, C.; Pavone, E.; Maglione, M.G.; Di Marzo, M.; Muto, P.;
Cavalcanti, E.; et al. Phase II clinical study of valproic acid plus cisplatin and cetuximab in recurrent and/or metastatic squamous
cell carcinoma of Head and Neck-V-CHANCE trial. BMC Cancer 2016, 16, 918. [CrossRef] [PubMed]

http://doi.org/10.1016/j.canlet.2019.12.015
http://doi.org/10.18632/oncotarget.23248
http://www.ncbi.nlm.nih.gov/pubmed/29423072
http://doi.org/10.1016/j.oraloncology.2015.11.002
http://doi.org/10.1080/15384047.2015.1056418
http://doi.org/10.1038/bjc.2012.24
http://doi.org/10.1016/j.molonc.2015.01.007
http://www.ncbi.nlm.nih.gov/pubmed/25704916
http://doi.org/10.1186/s12943-015-0381-6
http://www.ncbi.nlm.nih.gov/pubmed/25990935
http://doi.org/10.1158/1078-0432.CCR-17-1366
http://www.ncbi.nlm.nih.gov/pubmed/29146722
http://doi.org/10.1038/s41571-020-0411-1
http://doi.org/10.1016/j.canlet.2019.10.013
http://www.ncbi.nlm.nih.gov/pubmed/31605776
http://doi.org/10.1016/j.critrevonc.2020.102961
http://doi.org/10.3390/molecules21070965
http://www.ncbi.nlm.nih.gov/pubmed/27455225
http://doi.org/10.1159/000512218
http://www.ncbi.nlm.nih.gov/pubmed/33401271
http://doi.org/10.1002/1878-0261.12082
http://doi.org/10.1007/s00280-017-3245-5
http://doi.org/10.1016/j.trecan.2020.06.005
http://www.ncbi.nlm.nih.gov/pubmed/32680650
http://doi.org/10.1186/s12885-016-2957-y
http://www.ncbi.nlm.nih.gov/pubmed/27884140

	Introduction 
	Sources of Phenotypic Diversity in HNSCC 
	EMT in HNSCC 
	Regulation of EMT in HNSCC 
	TGF-1-Dependent EMT Regulation 
	EGFR-Dependent EMT Regulation 
	EMT Transcription Factors in HNSCC 

	EMT Gene Signatures 
	EMT, Stem-Like Properties, and Treatment Resistance 

	Consequences for Treatment 
	Conclusions 
	References

