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Abstract: Human papillomavirus (HPV)-induced neoplasms have long been considered to originate
from viral infection of the basal cell layer of the squamous mucosa. However, this paradigm has
been recently undermined by accumulating data supporting the critical role of a discrete population
of squamo-columnar (SC) junction cells in the pathogenesis of cervical (pre)cancers. The present
review summarizes the current knowledge on junctional cells, discusses their high vulnerability to
HPV infection, and stresses the potential clinical/translational value of the novel dualistic model of
HPV-related carcinogenesis.
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1. Introduction

Cancer of the uterine cervix is generally observed near the squamo-columnar (5C) junction and
is almost always caused by carcinogenic human papillomaviruses (HPV). However, the nature of
cervical epithelial cells initially infected by HPV has been a matter of debate/speculation for a long
time. Classically, the HPV-target cells are presumed to be the basal keratinocytes of the pluristratified
mucosa lining the outer part of the cervix (ectocervix) and the region where the endocervical columnar
epithelium, sensitive to the acidic vaginal pH, has undergone a squamous metaplastic transformation
during puberty (transformation zone (TZ)). According to this theory, microtrauma, ulcerative lesions,
or abrasions into the squamous epithelium would render the proliferating basal cell layer uniquely
vulnerable to viral infection [1]. This hypothesis was emphasized by (1) the detection of HPV transcripts
in basal cells; (2) the basal location of dysplastic cells in the initial phase of malignancy (low-grade
cervical intraepithelial neoplasia (CIN1)); and (3) the observation that chemical disruption of the
integrity of the stratified epithelium is required for pseudovirion infection of the murine genital tract [2].
Obviously, it is indisputable that transcriptionally-active HPV infection can occur in basal keratinocytes
and result in the subsequent development of (pre)neoplastic lesions in both the ectocervix and the lower
genital tract (vagina/vulva). This mechanism is also likely to explain the HPV infections occurring
in both the oral cavity and the anal margin/perianal skin (microtrauma resulting from mastication
and anal intercourse, respectively) because these two sites are entirely lined by a pluristratified
epithelium. However, this hypothesis is incompatible with the historical observation that HPV infection
causes cervical cancer and its precursor lesions mainly within the SC junction microenvironment [3,4].
In addition, this theory does not explain the discrepancy in terms of cancer risk between the uterine
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cervix and other HPV-infected mucosa. Indeed, with approximately 520,000 new cases diagnosed each
year worldwide, cervical squamous cell carcinoma (SCC) is approximately 20-fold more prevalent
than vaginal/vulvar/penile neoplasms [5]. Finally, considering that routine cervical screening allows
for the annual detection of several millions of CIN, no biological or physical factor is likely to induce
traumatic lesions in the cervical os of such a large number of women.

In the early 2000s, endocervical reserve cells were also proposed as the cell of origin for cervical
cancer [6]. However, the broad distribution of reserve cells in the cervical canal [7], the extremely low
reported incidence (less than 1/1000) of CIN in endocervical polyps [8], and the absence of convincing
evidence demonstrating HPV infection in normal monolayered reserve cells do not support a major
role of these latter cells in cervical carcinogenesis.

Consequently, for years, it has been thought that the ecto-endocervical junction microenvironment
contains unique epithelial cells highly susceptible to high-risk HPV infection and related (pre)cancer
development. However, the topographical preference of cervical neoplasia for the SC junction remained
unexplained. In 2012, a discrete population of cells residing within, or in close proximity to, the cervical
SC junction was identified [9] (Figure 1). Displaying a cuboidal/immature columnar phenotype,
these cells were shown to have an embryonic origin similar to their counterparts discovered one
year earlier at the gastroesophageal junction [10,11]. In addition to being actively involved in adult
adaptive processes (metaplasia, hyperplasia) [10], SC junction cells exhibit intriguing phenotypic
similarities with approximately 90% of cervical SCC and high-grade precursors [9,12]. These findings
underlying the instrumental role of junctional cells in cervical carcinogenesis were recently confirmed
by several immunohistochemical and/or transcriptional studies analyzing the expression of SC
junction-overexpressed biomarkers (i.e., cytokeratin 7 (Krt7), anterior gradient protein 2 (AGR2) or
cystic fibrosis transmembrane conductance regulator (CFTR)) in large cohorts of cervical (pre)neoplastic
lesions [13-17]. Moreover, the evidence that normal-appearing SC junction cells harbor both HPV
transcripts (E6*I/1I) and early viral proteins (HPV E2) was reported and sustains the possibility that
these cuboidal cells could serve as a reservoir for latent infections and subsequent CIN development
in asymptomatic HPV-positive patients [18].

Ectocervix/TZ SC junction Endocervix

Krt7

Figure 1. Schematic representation of the female genital tract and histology of the adult cervix with
ectocervical (squamous), junctional (cuboidal), and endocervical (columnar) cells. Note the uniform
keratin 7 (Krt7) immunoreactivity displayed by cuboidal cells observed within, or in close proximity to,
the squamo-columnar (SC) junction. H&E: hematoxylin and eosin; TZ: transformation zone.

2. High Vulnerability of SC Junctions to HPV Infection and (Pre)Cancer Development:
A Multifaceted Process

2.1. Altered Secretion of Antimicrobial Peptides

Similar to the skin or other mucosal surfaces, the gynecological tract expresses a distinct set of
host—defense peptides adapted specifically for limiting pathogen invasion and replication within this
unique environment [19]. Involved in several processes beyond their antimicrobial activity (i.e., wound
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healing, angiogenesis, etc.) [20,21], several innate peptides, especially the lysozyme, the secretory
leukocyte protease inhibitor (SLPI), as well as the defensin superfamily, have been recently the subject of
extensive mechanistic studies. Using pseudoviruses of both cutaneous and mucosal (non-carcinogenic
(low-risk) and carcinogenic (high-risk)) genotypes, Buck and colleagues first demonstrated that alpha
defensins 1-3 (also called human neutrophil peptides (HNP) 1-3) and 5 (known as human defensin
5 (HD5)) strongly inhibit HPV infection in vitro [22]. In contrast, beta defensins, lyzosyme, or SLPI
exhibited very little or no antagonist activity. Based on these important findings and the strong
chemotactic activity exerted by alpha defensins for antigen presenting cells, these latter peptides were
considered as interesting candidates for the non-surgical management of HPV-positive lesions in
young women [23]. Despite encouraging results [24], the therapeutic effect of these antimicrobial
peptides was never precisely determined in vivo. Recently, interest in the defensin superfamily in the
context of HPV infection was reactivated by the observed absence of HD5 expression in both normal SC
junction cells and (pre)neoplastic lesions arising from these latter cells [25]. Moreover, the HD5-related
anti-HPV activity was recently deciphered. By preventing proteolytic processing (furin cleavage) of
the minor capsid protein L2, Wiens and Smith showed that HD5 does not block virus internalization,
but significantly alters the viral entry pathway [26]. The same research team further investigated
the molecular mechanism and demonstrated that, similarly to the inhibitory effect reported for both
human adenoviruses and polyomaviruses [27-29], HD5 alters HPV intracellular trafficking via capsid
stabilization and redirection of the incoming viral particles to the lysosome [30]. Altogether, these
data suggest that SC junction cells may display an increased vulnerability to HPV infection through a
deficient expression of innate molecules inhibiting the intracellular steps of virus processing.

2.2. Overexpression of Key Proteins Implicated in Post-Endocytic HPV Trafficking

Although some unclear points remain (i.e., the identity of the internalization receptor(s) or the
pathway(s) involved in HPV entry), the mechanisms governing HPV entry into host cells is now
relatively well-characterized [31]. After initial binding to heparan sulfate proteoglycans, several
conformational changes and, as mentioned above, a furin-dependent L2 cleavage have been described.
Viral particles would then interact with a complex of proteins including alpha 6 integrin and tetraspanin
CD151 before their endocytosis in a clathrin- and caveolin-independent manner. Following HPV entry,
virions are transported via the endosomal system where capsid disassembly occurs. Significantly,
a recent article demonstrated the crucial requirement of tetraspanin CD63, a SC junction-overexpressed
protein [9], during post-endocytic steps [32]. Accordingly, CD63 was shown to interact with L1 capsid
protein and virus uncoating was dramatically decreased in CD63-depleted cells. In contrast, this
junctional-overexpressed molecule was not involved in cell surface interactions or endocytosis. Given
that post-endocytic trafficking strongly determines the success of the infection, the high expression of
some key proteins controlling both vesicular trafficking and HPV disassembly could render the SC
junction cells more vulnerable to HPV infection.

2.3. Possible Translational Regulation of HPV mRNAs by the Cytokeratin Filaments 7 and 19

All mucosal HPVs are characterized by a circular DNA genome of approximately 8000 base pairs
coding for eight major proteins (early region: E1, E2, E4, E5, E6, E7; late region: L1 and L2). Viral
gene expression has been shown to be regulated at the level of transcription (by HPV E2 protein [33],
as well as host cell factors, such as Specificity protein 1 (Sp1) and Activator protein 1 (AP-1) [34]),
polyadenylation, and RNA splicing. The latter is evidenced by the full transcriptional maps reported
for several HPV genotypes [35-38]. In the early 2000s, several studies analyzed the interactions
occurring between viral transcripts and intermediate filaments and reported exciting effects of Krt7
and 19 on E7 oncoprotein expression. Indeed, by interacting with a 6-mer amino acid peptide SEQIKA
present at position 91-96 in the human Krt7 sequence, HPV E7 messenger RNA (mRNA) was shown
to be protected /stabilized [39]. In addition, viral mRNA translation was presumed to be increased
by Krt19 [40], another member of the keratin family overexpressed in both cervical and anal SC
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junctions [17,41]. Although these intriguing findings need to be confirmed, they support the hypothesis
of a specific regulation of viral transcripts in SC junction cells leading to increased viral oncoprotein
levels and, subsequently, to (pre)cancer development/progression.

2.4. Altered Adaptive Immune Responses in SC Junction Microenvironment

The junction between the ectocervical squamous and the endocervical muco-secreting epithelia
appears to be dynamic. Indeed, this junction moves to the ectocervix until the age of about 14. Then, a
metaplastic process occurs due to an estrogen-dependent acidification of the vaginal luminal pH and
this subsequent replacement of the columnar epithelium by metaplastic squamous foci traces the SC
junction into the endocervical canal, where it is often highly situated in menopause. The regenerative
metaplastic response (TZ) between the former and the new SC junction has been shown to be driven
by the junctional cell-dependent production of squamous metaplastic (reserve) cells [10]. In general,
the metaplastic epithelium does not exhibit the same structure throughout the transformation zone.
Depending on the persistence, or not (exfoliation), of the remaining precursor SC junction cells at
the top of the metaplastic epithelium, the degree of metaplasia is considered as immature or mature,
respectively. This histological feature is probably related to vaginal pH fluctuations during the
menstrual cycle as, in healthy women, pH ranges between 4.5 and 5.5 with alkalinization before
ovulation [42]. Therefore, a chronic, but inconstant, irritation of the mucosa occurs inducing a chronic
inflammation in the cervical os.

Prior to and following the discovery of SC junction cells, we, and others, reported altered local
immune responses within the SC junction or in metaplastic areas (TZ) located in close proximity.
Focusing on CD1a* antigen-presenting cells (Langerhans cells (LC) and dendritic cells (DC)), several
studies showed that LC/DC density is largely decreased in both the SC junction microenvironment and
the cervical (pre)neoplastic lesions compared to the surrounding HPV-uninfected ectocervical /vaginal
squamous mucosa [43-45]. By inducing the expression of epithelial to mesenchymal transition
regulators, the strong secretion of transforming growth factor- 3 (TGF-3) observed in TZ (especially
in immature metaplastic patches) was shown to inhibit E-cadherin expression [43]. The resulting
disruption of E-cadherin-mediated LC-epithelial cell adhesion was shown to alter antigen presenting
cell maturation/differentiation promoting T regulatory (Treg) cell development [46,47]. Moreover, an
inverse correlation between LC/DC density and the expression of prostaglandin E2 (PGE2) enzymatic
pathways was reported [48]. The significance of these observations in terms of antigen presenting cell
trafficking was clearly demonstrated. Indeed, PGE2 decreased the migratory capacity of immature
LC/DC as well as induced the tolerogenic phenotype of these cells by altering accessory molecule
expression and by modifying Interleukin (IL)-10/IL-12 secretion ratio [48]. Similarly, receptor activator
of nuclear factor k-B ligand (RANKL), which is strongly secreted in both the cervical SC junction
and HPV-related (pre)neoplastic microenvironment, was also shown to promote the emergence of
tolerogenic DC [49]. The altered density of LC/DC within, or in close proximity of, the SC junction
could be further exacerbated by the absence of HD5 expression, which has been shown to have a strong
chemotactic activity on several cell types involved in the immune responses [25]. In addition to LC/DC,
the functionality of both T lymphocytes (higher number of Treg cells) and plasmacytoid dendritic
cells (pDC) is also altered within the cervical SC junction microenvironment and the high mobility
group box 1 (HMGB1) was recently identified as a key soluble factor involved in the acquisition of
tolerogenic pDC [50]. Altogether, the modified expression of soluble/adhesion molecules within the
SC junction microenvironment could promote the immunoescape of infected /transformed cells. The
possible mechanisms underlying the mucosal junctional cells” unique susceptibility to HPV-related
carcinogenesis are summarized in Figure 2.
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Figure 2. Schematic representation highlighting both the tissue remodeling observed in the SC junction
microenvironment and the possible mechanisms explaining the high susceptibility of the SC junction
cells to human papillomavirus (HPV)infection and related carcinogenesis. mRNA: messenger RNA;
HDS5: human defensin 5; LC/DC: langerhans cells/dendritic cells; PGE2: prostaglandin E2; RANKL:
receptor activator of nuclear factor k-B ligand.

3. Dualistic Model of HPV-Related Carcinogenesis

3.1. Explanation for Multiple Neoplastic Phenotypes

In pathology practical examination, it is well established that HPV genotypes impact the
morphology of (pre)neoplastic lesions. Low-risk HPVs (mainly HPV6 and 11) are typically related to
condylomata acuminata (genital warts) development and viral cytopathic effect [51,52]. In contrast,
carcinogenic (high-risk) strains are less frequently associated to koilocytic morphology or virion
production [52,53]. In addition to the viral component, recent findings support that the nature of
the epithelial cells (basal keratinocytes versus SC junction cells) originally infected by HPV also
considerably influences the appearance of CIN. While the infections occurring in the ectocervix (and,
in general, in the lower genital tract) lead, traditionally, to well-differentiated squamous lesions, an
immature phenotype is frequently observed when high-risk HPV-mediated transformation appears
within the endocervical canal [12]. These morphological differences governed by the expression
profile/intrinsic features of “the cell of origin” critically affect the pathologists” interpretation and
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subsequent classification of HPV-related lesions. Indeed, diagnostic reproducibility of CIN is
well-known to be problematic leading to inappropriate management of patients [54]. The inter-observer
agreement is especially low (~50%) for Krt7-positive low-grade dysplasias (arising from the SC junction)
and CIN2 supporting that this latter “considered high-risk” lesion cannot be consistently distinguished
in the spectrum of cervical (pre)cancers [12,55]. This has led to proposals that this uncertainty be
conveyed in the diagnostic report (i.e., (pre)neoplastic lesions of uncertain grade (CIN1-2)) and
managed accordingly [56].

In addition to lesions demonstrating a squamous phenotype (~85% of all cervical neoplasms),
adenocarcinoma, as well as intriguing lesions that display both squamous and columnar differentiation
are observed within the SC junction microenvironment [57-59]. These latter may range from
individuated and adjacent squamous (CIN) and columnar (adenocarcinoma in situ) lesions to cases in
which both components are closely blended. Such a mixed phenotype can also be detected in benign
lesions, such as microglandular hyperplasia [10,60] (Figure 3). Although both the stemness properties
and differentiation potential of SC junction cells are still not clearly defined, the expression of SC
junction-specific/overexpressed biomarkers exhibited by all types of cervical lesions (squamous,
columnar, adenosquamous) represents the strongest argument for the multipotent potential of
junctional cells. The immuno-phenotypic homology between cervical SC junction cells observed
in adult tissues and embryonic Miillerian epithelium also supports this innovative hypothesis [10].

A Squamous cell Ad _ Ad .
carcinoma enosquamous carcinoma enocarcinoma
Microglandular
hyperplasia
H&E p
'\
Krt 7
Krt 7
Krt 5
p16

Figure 3. Phenotypic variants among cervical malignant epithelial tumors (A). Note the Krt7
immunoreactivity displayed by squamous, adenosquamous (blended or individuated /adjacent lesions),
and columnar neoplasms supporting their similar cell of origin (SC junction); and (B) under benign
conditions (i.e., microglandular hyperplasia), a mixed phenotype can also be observed. Note the Krt5
(squamous biomarker) expression in Krt7-positive cuboidal cells without evidence of reserve cells.

3.2. From the Bench to Cervical Cancer Prevention

Although bi- or quadrivalent HPV vaccines have been on the market for a decade and have been
shown to be highly efficient to prevent HPV16/18-related high-grade anal/cervical lesions [61-64],
HPYV is still the most common sexually transmitted infection worldwide according to the World
Health Organization (WHO). Based on estimations, up to 500 million individuals could be carriers
of HPV DNA [65]. Although the large majority of infected patients are asymptomatic and will never
develop cancer, every year, billions of euros/dollars are spent for both screening (Pap smear and/or
HPYV testing) and follow-up of patients at very low-risk of tumor development [66]. In an era of
personalized medicine, the identification of one or, more realistically, several reliable biomarkers
(used in combination) and allowing to accurately predict the outcome of HPV-related lesions, might
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substantially relieve the current ponderous and costly management of infected patients [67]. In the last
decade, this area of research has been the subject of numerous studies and several candidate (viral
and cellular) biomarkers have been highlighted. Among these latter, p16™%4, the HPV viral load and
genotyping were the most investigated. Although, all gave some indications on high-risk patients, a
lack of concordance has been extensively reported and all failed to precisely predict CIN, which will
finally progress to cancer [68-75].

Supported by the very large discrepancy, in terms of cancer risk, between the uterine cervix and
the vagina/vulva, it is now very likely that the nature of the HPV-infected cells strongly influences
disease outcome. Recently, four studies analyzed the predictive value of junctional biomarkers
(especially Krt7) and, interestingly, all showed that low-grade CIN arising from the SC junction have
a significantly higher risk to progress to CIN2/3 compared to their counterparts observed in the
transformation zone/ectocervix [12-15]. Furthermore, when compared to other risk factors, such as
HPV16 infection and diffuse p16™* expression, full-thickness Krt7 immunoreactivity demonstrated
the highest correlation with lesion progression [14]. Although these conclusions were shown to
be reproducible and in agreement with the high percentage (~90%) of CIN3 and cervical cancers
displaying immunophenotypic similarities with SC junction cells, unfortunately, Krt7 or another SC
junction-specific/overexpressed protein is unlikely to be sufficiently specific to provide actionable
information in the clinical setting. Indeed, whatever the HPV genotype or the cellular origin of
(pre)neoplastic lesions, the majority of HPV infections clear spontaneously (without any medical
action) within 1-2 year(s) [76,77]. In addition, predicting disease progression is extremely challenging
and subject to several biases, such as the tissue sampling, over/underdiagnosis, and the age of
patients. Therefore, despite cumulative efforts for discovering reliable predictive biomarkers, the most
cost-effective management of HPV-related lesions is to avoid relying on these costly and imprecise
“false prophets”.

HPV vaccines, recommended for young sexually-naive women, hold promise to make a major
impact on cervical cancer mortality in the future. However, a large number of older and/or vulnerable
women are in need of a cancer preventive. The discovery of SC junction cells might point the way to a
different, low-cost, and simple way to prevent cervical cancer in underserved populations: by removing
the vulnerable cells that are its source. This recently-proposed clinical perspective is supported by
historical data [78-80]. Over 50 years ago, Paul Younge (Boston Lying-in Hospital) routinely cauterized
the uterine cervices of his patients postpartum. He apparently treated approximately 6000 cervices
in this manner and had never witnessed a subsequent cancer in his patients [81]. Several years later,
another study noted a profound reduction in cancer risk with cauterization of the cervix [82]. These
single practice results were further confirmed by a population-based program conducted in Finland
during the 1960s and 1970s [83]. A recent study in South Africa analyzed the occurrence of HPV
infections following cervical cryotherapy in healthy (human immunodeficiency virus (HIV)/HPV
negative) women. Importantly, a 55% reduction rate was detected in the treated group compared to
control individuals [84]. Although prophylactic SC junction (cryo)ablation is unlikely to completely
prevent the development of cervical (pre)cancers, this procedure could significantly reduce the risk of
subsequent (pre)cancerous lesions similar to what is extensively reported in women who underwent
conization [85]. Indeed, these latter patients are characterized by an impressively low recurrence
rate given the risk of reinfection by new HPV genotypes, suggesting that the SC junction excision
induces a protective effect extending the type-specific immunity potentially acquired by these women.
However, this concept still needs to be validated in a controlled clinical trial. The potential value of SC
junction ablation in lowering the risk of CIN2/3 in HPV-positive women is another concept worthy of
exploration. Repetitive HPV testing is highly inefficient and prone to the vagaries of patient attitudes
towards return visits. A strategy in which a single positive HPV test would generate an SC junction
intervention of low morbidity might be an interesting alternative in cancer prevention. In addition, by
reducing the rate of HPV infections, SC junction removal might also impact on HIV acquisition, which
has been shown to be higher in HPV-positive individuals [86-90].
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4. Conclusions and Perspectives

With the development and commercialization of two vaccines, as well as the Nobel Prize
attributed to Harald Zur Hausen, experimental research on HPV-related carcinogenesis was supposed
to be (almost) over in the late 2000s. Three major findings/confirmations have recently raised the
interest of the whole HPV community: (1) the involvement of beta HPV genotypes in skin cancer
development [91,92]; (2) the significance of HPV variants in terms of cancer risk [93]; and (3) the
detection of discrete cell populations topographically located in SC junctions and displaying a high
susceptibility to HPV infection [9]. The existence of these latter non-squamous cells was assumed for a
long time due, mainly, to the observation of most cervical (pre)cancers in the SC junction, as well as the
high percentage (~80%) of columnar neoplasms (adenocarcinoma) etiologically linked to carcinogenic
HPV [3,4,94]. However, these well-described results were frequently not taken into account by
both virologists and epidemiologists. Moving forward, there is little doubt that additional features
explaining the high vulnerability of SC junction cells to HPV infection and related carcinogenesis
will be discovered in the early future. Therefore, the description of results highlighted in the present
review is likely to be incomplete. One additional matter of investigations is the HPV life cycle in
SC junction cells and/or adenocarcinoma. Still unknown in these latter cases, it is undoubted that
both squamous differentiation and cellular stratification, considered as crucial for the occurrence of a
productive infection [95], will not play a role.
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