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Abstract

The strategies that High Risk Human Papillomavirus (HR-HPVs) have developed in differentiating epithelial cells
to reach a DNA-synthesis competent state are basically related to the overexpression of the E6 and E7 oncoproteins
and the cellular regulatory pathways that are targeted by them. These are basically related to hallmarks of cancer,
and include sustaining proliferative signals, the evasion of growth suppression and immune destruction, replicative
immortality, inflammation, invasion, metastasis and angiogenesis, as well as genome instability, resisting cell death
and deregulation of cellular energetics. In this minireview, we summarize some of the biological activities of HVP16
E6 and E7 oncoproteins in cervical carcinogenesis. From this, it is evident that cervical cancer may represent an
important model to understand the different oncogenic mechanisms and processes involved not only in this
neoplasia but also in the development of other human malignancies. Likewise, the miRNAs and cancer stem cell-
related markers expression could serve as novel molecular targets for the diagnosis and treatment of HPV positive

cervical cancer.
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Introduction

There are more than 150 distinct types of cancer, and several
subtypes are found for each particular neoplasia. Viruses are the
causative agents of approximately 12%-15% of all cancers worldwide
[1]. Fortunately, not all individuals infected with oncogenic viruses
develop cancer; persistently infected individuals are at-risk for cancer
development but other risk factors must be considered [2,3]. Human
viral oncogenesis is complex and only a small percentage of the
infected individuals develop cancer and often many years to decades
after initial infection. This reflects the genetic variability of the host
and the fact that viruses contribute to only a portion of the multistep
oncogenic events [4]. Progression to cancer as a result of infection with
an oncogenic virus is usually a rare event. For example, the overall
prevalence of high-risk alpha HPV (HR-HPV) infection is
approximately 23% [5]; most of these infections clear up spontaneously
(about 90% clear within two years). Only 0.3% to 1.2% of these initial
infections will eventually progress to invasive cervical cancer [2,6]. A
small group of HR-HPVs (particularly HPV16 and HPV18) infects
mucosal epithelial cells and is the major cause of almost all cases of
cervical carcinoma (second cause of cancer death in women), as well as
other anogenital cancers and almost 40 percent of oral carcinomas [4].

HR-HPVs can establish long-term persistent infection of epithelial
cells, therefore successfully avoiding immune surveillance. In general,
HR-HPV-infected cells are rapidly eliminated by the immune system,
despite the transforming properties of the viral E6 and E7
oncoproteins, and they do not have sufficient time to accumulate
chromosomal abnormalities to acquire a malignant phenotype. Thus,
the establishment of a chronic infection blocking immune surveillance
is very important for the development of HPV-associated malignant
diseases. Although it is clear that HR-HPV E6 and E7 target cellular

pathways related to innate and adaptive immunity, host and
environmental factors significantly contribute to persistent HR-HPV
infection [1]. It is worth mentioning that E6 and E7 can each hinder
innate immunity by inhibiting interferon signaling [7] and that the
viral E5 proteins can downregulate MHC class I expression.
Inflammation has been linked to HPV associated cancers but it is
unknown whether and/or how HPVs may trigger inflammation. There
are recent reviews on HPV mechanisms responsible for the
deregulation of immune-response-related pathways [8,9].

The strategies that these HR-HPV's have developed in differentiating
epithelial cells to reach a DNA-synthesis competent state are basically
related to the overexpression of the E6 and E7 oncoproteins and have
the potential to induce cancer development [10,11]. One of these
strategies is the frequent integration of the viral genome into the host
genome (Figure 1). Under these conditions, viral oncoproteins are
expressed but no infectious viral progeny is produced. It is well known
that expression of the viral transforming proteins is tightly controlled
during normal productive HPV infections and infected cells only
rarely undergo malignant transformation. Dysregulated HPV E6 and
E7 expression as a consequence of integration of viral sequences into
the host genome (Figure 1) or due to epigenetic alterations of the viral
genome puts cells at a higher risk for undergoing oncogenic
transformation. The first indication of the oncogenic properties of E6
and E7 was provided by studies on cervical cancer-derived cell lines in
which viral DNA was found randomly integrated in the host genome,
leading to the disruption of several viral genes (particularly E2, that
codes for a repressor of the viral long control region or LCR) and
preservation of the E6 and E7 oncogenes, which are actively
transcribed. Many studies have shown that the frequency of viral DNA
integration increases with the severity of the cervical lesion, indicating
that this event is implicated in the progression of the disease [12].
Continuous E6 and E7 expression is necessary for the maintenance of
the malignant phenotype. A key role of E6 and E7 oncoproteins in HR-
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HPV-mediated carcinogenesis has been suggested by the ability of E6
and E7 to induce transformation of immortalized rodent fibroblasts,
and to immortalize primary human keratinocytes [13]; however, HPV-
immortalized cells are not tumorigenic in nude mouse models and
they can form tumours only after expression of cellular oncogenes or
extensive passaging in cell culture [1,11], suggesting that E6 and E7
expression is necessary but not sufficient for full malignant
transformation.

E2 absent

Py; highly active

E6 and E7
expression

Figure 1: Integration of the viral genome into the host genome,
followed by overexpression of E6 and E7 oncoproteins.

Integrated HPV sequences consisting mainly of the LCR and E6/E7
oncogenes are found in many HR-HPV-positive cervical carcinomas.
Integration frequently occurs at common fragile sites of the human
genome and in some cases can lead to increased expression of cellular
proto-oncogenes. When HR-HPV episomes are maintained in cancers,
E6/E7 expression may be upregulated in part by epigenetic alterations
of the LCR [4,7]. Thus, overexpression of these viral oncoproteins is an
important step in HR-HPV carcinogenesis.

Since high-risk E6 and E7 do not bind to gene promoter regions and
lack enzymatic activities they exert their functions by associating with
a vast number of cellular proteins [10,11,14,15], activating multiple
cancer hallmarks [1,4]. We will briefly discuss in this minireview some
properties of E6 and E7, as well as the participation of these viral
oncoproteins in the deregulation of miRNAs expression and
acquisition of cancer stem cells (CSCs) characteristics.

E6 and E7 Oncoproteins of HR-HPVs

E7 is a phosphoprotein of approximately 100 amino acids that
contains a short motif that mediates the interaction with the
retinoblastoma tumor suppressor protein (pRB) and its related proteins
p107 and p130. These proteins are linked to cell cycle control and are
degradated by the HR-HPV E7 oncoprotein. pRB normally binds and
inactivates E2F1-3 transcription factors, maintaining the cell in a
quiescent state in the Go/G1 phase of the cell cycle. The HR-HPV E7

proteins target the active dephosphorylated form of pRB for
proteosomal degradation. This activates E2F-regulated transcription,
which includes the transcription of cyclin A and cyclin E. These
cyclines are positive regulators of cyclin-dependent kinases (CDKs)
inducing cell cycle progression and sustained proliferative signaling.
Degradation of pRB also inhibits the oncogene-induced senescence
response that is triggered by E7 expression and is signaled by the
CDK4/CDKS6 inhibitor pl6INK4A; evasion of growth suppressors and
uncontrolled S-phase entry leads to p53 tumor suppressor activation,
which triggers apoptosis. To resist cell death, high-risk HPV E6
proteins target p53 for degradation via the ubiquitin pathway and the
E6-associated protein E6AP (see later). E7 can also strongly stimulate
the histone H1 kinase activity of CDK2 in complex with either cyclin A
or cyclin E. The other two pRb-related proteins, p107 and p130, are
part of co-repressor complexes containing histone deacetylases and
other members of the E2F family [16,17]. It was determined that
HPV16 E7 destabilizes p130 [18], probably changing the inhibitory
functions of the E2F complexes. E2F6 interacts with polycomb
complexes [19,20], and induces epigenetic changes associated with
gene silencing, such as trimethylation of lysine 27 on histone H3
(H3K27me3). HPV16 E7 interacts with E2F6 and interferes with the
inhibitory function of E2F6 [21]. In addition, HPV16 E7 expression
causes epigenetic reprogramming of cells at the level of both DNA
methylation and histone modifications. HPV16 E7 expression reduces
the global H3K27me3 mark, releasing polycomb repressive complex
(PRC)-mediated repression [22]; interestingly, E7 induces the
expression of KDMé6B, H3K27me3 specific demethylase contributing
to the transcriptional activation of important cellular genes such as p16
[22]. This tumor suppressor gene is not the only one induced by E7
since RARB was also overexpressed by this oncoprotein both in vitro
and in the cervix of young E7-transgenic mice [23]. E7 can also
enhance transcription of several genes by the activation of histone
acetyltransferases (HATs) and inhibition of histone deacetylases
(HDAC:sS), leading to an increase in global H3 acetylation [24,25]. All
the mechanisms mentioned above are involved in the reprogramming
of host epithelial cells to avoid cell cycle control [26]. Additionally, E7
deregulates the cell cycle by direct binding to the CDK inhibitors p21
and p27, blocking their cell cycle inhibitory effects [27]; it can also
interact and activate cyclin A/CDK2 complexes [28]. The interaction of
HPV16 E7 with CDK complexes is mainly mediated by the cyclin
subunits [29]. Thus, the E7 oncoprotein interacts with a large number
of cellular proteins, and targets multiple cellular pathways, many of
them described in several recent reviews [1,10,11,30].

On the other hand, transgenic mice expressing only the HPV16 E7
oncoprotein (K14E7 transgenic mice model) induce cervical cancer
after 6 months of treatment with the 17B-estradiol [31,32], a steroid
hormone found to be a risk factor for HPV-related cervical
carcinogenesis [3]. The global genes expression profile in cervical
tissue of young (1.5 month-old) adult K14E7 transgenic mice without
estrogen treatment, indicated that the E7 oncoprotein altered the
transcriptional pattern of genes involved in several biological processes
including signal transduction, metabolism, cell adhesion, apoptosis,
cell differentiation, as well as inflammatory and immune response [33].
Among the E7-dysregulated genes were ones not previously known to
be involved in cervical neoplasia including DMBTI1, GLI1 and
17BHSD2. Employing the same cervical cancer mice model, Cortes-
Malagon et al, assessed the global gene expression profiles induced by
the HPV16 E7 oncoprotein and/or 17B-estradiol in cervical tissue of
non-transgenic and K14E7 transgenic mice, finding dramatic changes
in gene expression both in the absence or presence of 17f3-estradiol. A
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large number of differentially expressed genes involved in the immune
response were observed in 17B-estradiol treated groups. Interestingly,
the E7 oncoprotein mainly affected the expression of genes involved in
cellular metabolism. Microarray data also identified differentially
expressed genes that have not previously been reported in cervical
cancer. The identification of genes regulated by E7 and 17p-estradiol,
provides the basis for further studies on their role in cervical
carcinogenesis [34].

E6 is a basic protein of approximately 150 amino acids containing
two zinc-binding regions capable to associate and degrade many
cellular proteins [7,35], including the proapoptotic p53. The E6/E6AP
complex binds to the central region of p53, which becomes rapidly
ubiquitinated and targeted to proteasomes [36]. HR-HPV E6
oncoproteins have developed an additional mechanism to inhibit the
apoptotic response via Bak degradation, which is a member of the
Bcl-2 family [37]. This activity is also mediated by the interaction with
E6AP and the ubiquitin-proteasome pathway. E6 also inhibits
apoptosis through the proteolytic inactivation of pro-apoptotic
proteins such as p53, FADD, or caspase-8, employing the ubiquitin
proteasome pathway, or through interactions with proteins that form
the death-inducing signaling complex (DISC) such as TNF-R1 [38].
The degradation of p53 by E6 is important because p53 is a
transcription factor that regulates the expression of genes encoding
regulators of cell cycle, DNA repair machinery, metabolism and
apoptosis. Under cellular stress, such as oncogene activation, hypoxia
or DNA damage, p53 triggers cell cycle arrest or apoptosis to guarantee
the integrity of the cellular genome. By blocking the cell cycle, p53
prevents the replication of damaged DNA and, after activating the
expression of genes involved in DNA damage repair, allows the cell to
repair damage before S phase. Alternatively, if DNA damage is too
great and difficult to repair, p53 can induce apoptosis, thus preventing
the production of potentially transformed progeny [39]. HR-HPV E6 is
also able to inhibit the expression of p53-regulated genes by directly
altering the transcriptional activity of CBP and p300 [40,41]. Among
the targets of the HR-HPV E6 oncoprotein are members of the
membrane-associated guanylate kinase (MAGUK) family [15]. These
proteins contain various protein/protein interaction domains including
PDZ domains that regulate cell-cell contact and cell polarity. E6 from
HR-HPV types has a PDZ-binding motif at the C-terminus that
mediates the interaction with MAGUK family members. This leads to
degradation of MAGUK, with consequent loss of cell-cell contact, cell
polarity and transforming properties [42,43]. In addition to what has
been described above, a large number of E6 targets has been identified
[10,11,14,44]. Regarding immortality, the HPV E6 protein stimulates
telomerase expression and activity, thereby enabling replicative
immortality [10,11]. E6/E6AP complex is also involved in the
transcriptional activation of the hTERT (human telomerase reverse
transcriptase) gene, which encodes the catalytic subunit of the
telomerase complex [45,46]. Somatic cells are characterized by very
little or no telomerase activity and telomeres shorten as a function of
cellular division to finally reach a critical size, leading to replicative
senescence. In contrast, HPV16-infected cells display a very high level
of telomerase activity, allowing telomere length maintenance and
indefinite proliferation. HPV16 E6 is able, through its association with
E6AP, to promote the degradation of the transcriptional repressor
NEX1-91, and consequently to activate hTERT transcription [47]; this
repressor has also a role in HPV16 E6 activation of the oncogenic
transcription factor NF-kB [47]. Interestingly, HPV16 E6 binds and
cooperates with Myc in hTERT promoter activation [48].

Regulation of Energy Metabolism by HR-Hpvs E6 and
E7 Oncoproteins

Cancer cell metabolism can be disrupted by mutated or
epigenetically altered oncogenes and tumor-suppressor genes.
Similarly, mutated metabolic enzymes can facilitate malignant
transformation. The characteristic hallmark of tumor metabolism is
aerobic glycolysis or the Warburg effect (a shift from oxidative
phosphorylation to aerobic fermentation). Unlike normal cells that
produce energy mostly through the oxidation of pyruvate in the
mitochondria, cancer cells predominantly produce energy via
enhanced glycolysis in the cytosol, even under aerobic conditions.
Most cancer cells use glycolysis as a mean of energy production
regardless of whether they are under normoxic or hypoxic condition.
Recent studies revealed that in addition to aerobic glycolysis many
cancer cells are capable to synthesize ATP through mitochondrial
respiration [49]. Regardless of mitochondrial respiration status, cancer
cells exhibit high rates of glycolysis and lactate fermentation [50].
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Figure 2: HR-HPV E6 could increase lipid metabolism in
proliferating cervical cancer cells partially through p53 degradation.
Increased lipogenesis in cancer cells is induced by the upregulation
of lipid metabolizing enzymes, such as ATP citrate lyase (ACLY),
acetyl-CoA carboxylase (ACC), fatty acid synthase (FASN), through
the activation of sterol regulatory element-binding proteins
(SREBPs). These enzymes represent metabolic checkpoints involved
in lipid biogenesis in carcinogenesis. Also shown is the AMPK
induced block of lipid (SREBPs, ACC) and protein synthesis
(mTOR).

HR-HPV E6 and E7 also deregulate cellular energetics favoring the
Warburg effect, as well as protein and lipid synthesis. The expression of
E6 and E7 not only inhibits p53 and pRB, but also activates additional
signaling pathways that may be equally important for transformation,
such as the phosphatidylinositol 3-kinase (PI3K)/Akt/mammalian
target of rapamycin (mTOR) signaling cascade [51]. One important
component in these responses is the oncogenic mTOR, which
promotes protein synthesis and, under certain conditions, induces or
inhibits autophagy (alternative energy source). The induction of
autophagy is important in carcinogenesis because it can generate both
metabolic intermediates and ATP to help cancer cells to survive
starvation. Key regulators of mTOR are PKB/Akt (positive regulators)
and AMP-activated protein kinase (AMPK), which respond to an
increased AMP/ATP ratio under conditions of low energy to repress
mTOR. Thus, active PKB/Akt can promote the anabolic energy
consuming pathways (such as fatty acid and protein synthesis)
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necessary for cell growth and activated AMPK drives the catabolic,
energy-producing responses (such as fatty acid oxidation) that are
needed under conditions of metabolic stress (Figure 2) [39,51-55] and
(Figure 3) [39,56-62]. Since these are frequently activated pathways in
HPV-induced cancers, understanding the mechanisms by which the
PI3K/Akt/mTOR and p53/AMPK/SREBPs signaling pathways
contribute to cervical carcinogenesis will help to develop novel
strategies for preventing and treating HPV-induced cancers [51]. For
example, HR-HPV E6 proteins activate mTORCI signaling and
increase translation through S6K and 4E-BP1 activation contributing
to carcinogenesis [52,53]. The HPV16 E6 oncoprotein induces
prolonged receptor protein tyrosine kinase signaling and mTORCI1
activation irrespective of growth factor deprivation [53]. The hypoxia-
inducible factor la (HIF-1a), a ubiquitously expressed transcriptional
regulator involved in induction of numerous genes associated with
angiogenesis and tumor growth, is highly increased by the E6
oncoprotein [63]. Thus, E6 activated HIF-la contributes to the
Warburg effect through coordinated upregulation of glycolysis and
downregulation of oxidative phosphorylation.

The HR-HPV E7 oncoprotein favors the Warburg effect partially
through binding to the glycolytic enzyme type M2 pyruvate kinase
(M2-PK), suggesting that the interaction of E7 with M2-PK may be
linked to the transforming potential of the viral oncoprotein [64].
Phosphorylated, activated protein kinase B (PKB/Akt) is normally
dephosphorylated by the PP2A phosphatase [65]. Activation of
PKB/Akt by the HPV16 E7 oncoprotein occurs through a mechanism
involving inhibition of PP2A [65]; in this regard, it was described that
the cancerous inhibitor of protein phosphatase 2A (CIP2A) is
overexpressed in cervical cancer and upregulated by the HPV16 E7
oncoprotein [66]. In normal cells metabolic pathways are tightly
regulated to allow cell growth and survival, depending on the
conditions. Nutrient availability supports the synthesis of proteins,
lipids and nucleic acids for cell growth and proliferation, whereas
starvation triggers a series of responses to restrict cell proliferation,
maximize energy production and help cell survival. p53 is emerging as
an important player in the regulation of metabolic stress and several
studies have shown that p53 inhibits glycolysis and activates oxidative
phosphorylation [67] and therefore should counteract the increase in
glycolysis that is characteristic of cancers. Unfortunately, the very low
p53 levels observed in cervical cancer and derived cell lines reverse
these protective tumor suppressive effects. p53 can inhibit the
expression of the glucose transporters GLUT1 and GLUT4 while
increasing the expression of TIGAR to block the glycolytic flux (Figure
3) [39,56-62]. p53 also indirectly impedes glycolysis by restricting the
activation of the nuclear factor (NF-kB) and the expression of
glycolysis-promoting genes such as GLUT3. The inhibition of
glycolysis induced by p53 is paralleled by the ability of p53 to drive
oxidative phosphorylation [39] (Figure 3) [39,56-62], and these actions
are obviously reversed by the HR-HPV E6 oncoproteins [67].

There is increasing evidence that cancer cells show specific
alterations in lipid metabolism that generates multiple bioactive lipid
molecules responsible for the activation and regulation of many
signaling pathways like cell proliferation or metastasis [68,69].
Increased lipogenesis in cancer cells is induced by the upregulation of
lipid metabolizing enzymes, and also coupled to other common
metabolic pathways such as those related with glycolytic or
glutaminolytic flux. During aerobic glycolysis, glucose is transformed
in pyruvate leading to an increase in the mitochondrial concentration
of citrate, an intermediate of the Krebs cycle. In highly proliferating
cells, mitochondrial citrate is exported to the cytosol and used as a

precursor for lipogenic pathways. Citrate is cleaved by ATP-citrate
lyase (ACLY) to generate acetyl-CoA and oxaloacetate; acetyl-CoA
represents the start-up molecule for newly synthesized lipids. ACLY, as
well as acetyl-CoA carboxylase (ACC) and fatty acid synthase (FASN),
are transcriptionally regulated by sterol regulatory element-binding
proteins (SREBPs).
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Figure 3: p53 and energy production. p53 can inhibit the expression
of the glucose transporters GLUT1 and GLUT4 while increasing the
expression of TIGAR to block the glycolytic flux. p53 also indirectly
impedes glycolysis by restricting the activation of the NF-kB and
the expression of glycolysis-promoting genes such as GLUT3. It is
well known that IKK phosphorylates and inactivates IkB (the
inhibitor of NF-kB). Low levels of p53 enhance IKK kinase activity,
transcriptional activity of NF-kB and aerobic glycolysis. The
inhibition of glycolysis induced by p53 is paralleled by the ability of
p53 to activate oxidative phosphorylation through SCO2. AMPK
drives catabolic responses such as the inhibition of lipogenesis and
mTOR.

These enzymes represent highly characterized metabolic
checkpoints involved in the progression of cancer development and for
which several pharmacological approaches are under evaluation
[54,69]; Interestingly, the SREBPs transcription factors are activated by
PKB/Akt and down regulated by AMPK [55], suggesting that HPV E6
and E7 oncoproteins could upregulate this pathway through several
mechanisms. In this regard, E6 can upregulate miR-21 which in turn
down regulates PTEN, a known inhibitor of the Akt pathway. In
addition, p53 protein degradation induced by the E6 oncoprotein
(Figure 2) [52-55], indirectly inhibits the expression of several genes
that negatively regulate the Akt pathway (IGF-BP3, PTEN, AMPK)
[70-72]. On the other hand, the E7 oncoprotein can upregulate the Akt
pathway through inhibition of pRB (Figure 4) [73-77] or by binding to
PP2A; in this case PKB/Akt signaling is kept high due to
dephosphorylation inhibition [65,78,79].

HR-HPVs E6 and E7 Oncoproteins Cause Genomic
Instability

HPV16 E6 and E7 proteins promote gene amplification, structural
chromosomal alterations and centrosome replication errors leading to
aneuploidy and polyploidy. Thus, HPV immortalized cell lines are
characterized by gain and loss of whole chromosomes [80]. HPV
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oncoproteins and genomic instability is a characteristic phenotype of
many malignant tumors including cervical cancer [81,82]. The
genomic instability and cancer can result from the presence of extra
centrosomes and the subsequent formation of multipolar mitoses
promoting chromosome missegregation and ultimately aneuploidy
[83]. Tri-polar mitoses are a hallmark of HR-HPV-associated
carcinomas [82]. Furthermore, the frequency of aneuploidy increases
with both malignant grade and tumor aggressiveness in HR-HPV-
associated lesions. In the context of high-risk HPV, centrosome
amplification is observed in cells expressing episomal HPV16
genomes, which underscores that viral integration is not required for
the disruption of centrosome duplication control [84]. Besides
aneuploidy, structural chromosomal instability is a critical factor for
malignant progression. This is evidenced by the enhanced rate of
tumor formation in patients with mutations in DNA repair pathway
genes such as BRCAI, BRCA2 or the mismatch-repair (MMR)
pathway [85].

E7
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PKB / Akt
J r L mror
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Figure 4: E7 binds pRB, allowing the release of E2F. E2F binds cell
cycle regulator DPI, causing to advance cell cycle from Gl to S,
decreased apoptosis and increased genomic instability. E2F can also
increase cell proliferation and invasion, as well as a differentiation
inhibition through upregulation or dowregulation of miRNAs.

Unrepaired, broken DNA can promote gene translocations or gene
amplifications/deletions, which may provide a growth advantage to
cells through gain of oncogenes or loss of tumor suppressors [85].
Several lines of evidence show that expression of HPV16 E6 and E7
can independently induce structural chromosomal instability [86,87].
The expression of the HPV E6 oncoprotein increases two genome-
destabilizing events, aberrant cell division and dysregulated
centrosome duplication [88]. Typically, this leads to the stabilization of
p53, which prevents further propagation of cells containing these
errors [88], but HPV E6 restricts the stabilization of p53, leading not
only to continued cellular proliferation but also to further
accumulation of mutagenic events, suggesting that HPV E6 protein
would increase the genomic instability in p53-dependent ways [88]
(Figure 5). Likewise, it has been observed that manipulation of cellular
DNA damage repair machinery facilitates propagation of human
papillomaviruses, and expression of the E7 viral protein activates the
DNA damage response [89]. This suggests once more that the E7
oncoprotein causes genomic instability (Figure 4) [73-77].

fp21 — CyclinD —— | E2F —— G1 arrest

DNA Damage 1GADD45 —— DNA repair

N\ // ‘

Genomic
I p53 FasL Instability
/\ FasR .
\ 1Apopt05|s
E6 Bal2

1Fas transport

Figure 5: The expression of HPV E6 degradates p53, leading not
only to continued cellular proliferation but also to further
accumulation of mutagenic events, suggesting that HPV E6 protein
would increase the genomic instability in p53-dependent ways.

E6 and E7 of High-Risk HPVs Enhance the Epithelial-
Mesenchymal Transition

It is known that the epithelial cells are connected by specialized
membrane structures, such as adherens junctions, tight junctions and
desmosomes that are characterized by a localized distribution of
adhesion molecules including cadherins, catenins and integrins
(reviewed in Thiery et al., and Gdnzalez-Mariscal et al., [90,91]). Cells
undergoing the epithelial-mesenchymal transition (EMT) lose their
typical epithelial characteristics and acquire mesenchymal properties
(reviewed in Thiery et al., [90]). Importantly, studies show that cervical
tumor cells can reactivate the developmental EMT process during HR-
HPV-induced tumor cell invasion and metastasis [92,93]. Several
investigations reported that expression of both E6 and E7 oncoproteins
of HPV type 16 induces morphological conversion from cobblestone-
shaped epithelium to spindle-shaped mesenchyme-like phenotype
[92-94]. These morphological changes are consistent with the
expression of EMT transcription factors such as SLUG, TWIST, ZEBI,
ZEB2 and SNAIL 1, induced by both E6 and E7 oncoproteins
[92,94,95]. This results in the down-regulation of the epithelial marker
E-cadherin and concomitant up-regulation of the mesenchymal
markers N-cadherin, fibronectin, and vimentin [92,94,95]. Therefore,
it can be seen that both E6 and E7 oncoproteins of HPV type 16 could
directly or indirectly through the deregulation of transcription factors
alter the expression of these EMT proteins. E6 and E7 each contribute
to EMT, a key step in activating invasion and metastasis [4,94].
Moreover, E7 has been reported to induce angiogenesis [96].

HR-HPVs E6 and E7 Oncoproteins Modify the miRNAs
Expression in Cervical Cancer

MicroRNAs (miRNAs or miR) are a class of small non coding RNAs
of 18-25 nucleotides in length [97]. The main function of the miRNAs
is to modulate gene expression post transcriptionally [97]. Specific
miRNAs are classified as oncogenes (oncomirs) or tumor suppressor
genes based on their expression patterns in tumors [97,98]. Likewise,
some miRNAs possess a tumor suppressive/proapoptotic role while
others have anti-apoptotic/proliferation-promoting roles in the cell
[98,99]. In cervical cancer (CC), HR-HPVs infection can affect the
pattern of miRNAs expression through the E6 and E7 oncoproteins
contributing to viral pathogenesis [77]. Interestingly, the miRNA
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expression profile in CC can discriminate between normal and tumor
tissue and the extraordinary stability of miRNAs makes it suitable to
serve as diagnostic and prognostic biomarkers of cancer [100]. Here we
summarize the role of HR-HPV E6 and E7 oncoproteins on miRNAs
expression.

Deregulation of MicroRNAs by the E6 Oncoprotein

The HR-HPV E6 oncoprotein is capable of regulating the expression
of numerous coding and noncoding genes including miRNAs through
the degradation of p53 [101]. In this regard, HPV16 E6 oncoprotein
was found to decrease the expression of tumor suppressive miR-23b,
which leads to the increase in the expression of urokinase-type
plasminogen activator (uPA), inducing the migration of human
cervical carcinoma cells [102].

miR-34a has also been identified as a direct transcriptional target of
p53 [103]. Interestingly, Wang et al. showed that the E6 oncoprotein
expressed from HPV16 or HPV18 inhibits the expression of tumor
suppressive miR-34a by destabilization of p53, resulting in cell
proliferation [104], which is consistent with the observed ability of
miR-34a to downregulate genes promoting cell cycle such as Cyclin E2,
CDK4, E2F1, E2F3, and E2F5 [101].

Although tumor suppressive miR-218 is not defined as a
transcriptional target of p53, this miRNA is downregulated in the
presence of the E6 oncoprotein [105]; conversely, RNA interference of
E6/E7 oncogenes increased miR-218 expression. It was observed that
the exogenous expression of miR-218 decreases LAMB3 transcript and
protein levels [105]. LAMB3 protein is part of the polymeric cell
surface receptor laminin 5 that is involved in cell migration and
tumorigenicity [106]. These results suggest that the downregulation of
miR-218 by E6 and the consequent overexpression of LAMB3
contribute to cervical tumorigenesis [105].

Previous studies have shown that the tumor suppressive miR-1246 is
a transcriptional target of p53 [107] and that the expression level of
miR-1246 in CC tissue was significantly lower than in the control
group [108]. Likewise, loss-of-function studies have demonstrated that
the miR-1246 expression level is increased when HPV16 E6 gene is
knocked down in a CC cell line [108]. Taking together, these
observations suggest that the expression of miR-1246 is negatively
related with HPV16 E6 expression [108].

On the other hand, it has been observed that the expression of
miR-21 is significantly higher while let-7a is lower in CC tissues
compared to pre-cancer and normal control tissues. Shishodia et al.
observed that the miR-21 level corresponds to the level of E6
oncoprotein. On the contrary, the let-7a levels were consistently low in
cervical lesions expressing high levels of E6 [70,71]. Low let-7a induced
a high STAT3 mRNA level, while the overexpression of miR-21 was
found associated with the diminution of TIMP-3 and PTEN tumor
suppressors, the last being a negative regulator of STAT3; elevated level
of STAT3 induces high expression of MMP-2 and MMP-9 [70,71]. This
indicates that aberrant STAT3-mediated events include upregulation of
MMPs expression and activity, which could partly be facilitated
through activation of miR-21 via suppression of both TIMP-3 and
PTEN expression. Based on these data, it was concluded that higher
miR-21 and reduced let-7a expression levels are strongly associated
with increased expression and activation of STAT3 as well as with E6
overexpression in cervical carcinogenesis [70,71].

Deregulation of MicroRNAs by the E7 Oncoprotein

The HR-HPV E7 oncoprotein upregulates the expression of the
oncogenic miR-15b through the E2F transcription factor in CC [109],
which correlates with the increase in CCNA2, CCNB1, CCNB2 and
MCM?7 expression [109]. Interestingly, expression of miR-15a,
miR-15b, and miR-16 is positively regulated by E2F1 and E2F3
[109,110], suggesting a common mechanism for the upregulation of
these miRNAs by the E7 oncoprotein.

miR-203 is a critical molecule for inducing the transition of
keratinocytes from a proliferative state in undifferentiated basal cells to
a nonproliferative status in differentiated suprabasal cells [111]. One of
the identified targets of the tumor suppressive miR-203 is p63, which is
a transcription factor that regulates the balance between epithelial
proliferation and differentiation [75]. This important miRNA is
negatively regulated by the HR-HPV E7 oncoprotein causing a
differentiation block, which may occur through the mitogen-activated
protein (MAP) kinase/protein kinase C (PKC) pathway [75] (Figure 4)
[73-77].

On the other hand, it was reported that the HPV16 E7 oncoprotein
is capable of upregulate the expression of miR-27b to promote
proliferation and invasion in CC [78]. A target of miR-27b is the
peroxisome proliferator-activated receptor y (PPARY), which plays a
significant role in suppressing CC progression by downregulating the
sodium-hydrogen exchanger isoform 1 [78]; the inhibition of miR-27b
diminished the ability of HPV16 E7 oncoprotein to suppress PPARy or
activate Na*/H* exchanger 1 (NHE1) expression [78]. These data
suggest that miR-27b is upregulated by HPV16 E7 oncoprotein to
inhibit PPARY expression promoting proliferation and invasion in
cervical carcinoma cells [78] (Figure 4) [73-77].

Deregulated MicroRNAs by both E6 and E7
Oncoproteins

miR-29 is considered a candidate miRNA with potential tumor
suppressor activity [77]. This miRNA suppresses cell growth and its
expression levels are much lower in tumor cell lines or tumors derived
from cervical tissue [112,113]. CDK®6 is a direct target of miR-29, so
downregulation of miR-29 in CC results in upregulation of CDK6 and
cell cycle deregulation. Li et al. found that CDK6 was positively
correlated with E6/E7 mRNA expression [112]. Furthermore,
overexpression of CDK6, CDK4 and cyclin D1 are present in all cases
of CC [114]. Thus downregulation of miR-29 and upregulation of
CDK6 and cyclin D1 by either E6 or E7 oncoprotein cooperate to
further promote cell cycle progression in CC.

It is known that the miR-155 oncogene is an important miRNA
upregulated by the TGF/Smad4 pathway. This miRNA contributes to
the TGF induced EMT and cell migration by targeting tumor
suppressor RhoA (ARHGAP12) [115]. RhoA plays critical roles in
several essential cell functions, including decrease in cellular adhesion,
increase in motility, polarity, and also is an important regulator of cell
junction formation and stability [116]. Previously, it was reported that
E6 and E7 oncoproteins from HPV16 induce activation of TGF [117],
which has been implicated in metastatic CC [118]. Otherwise, RhoA
has been reported to be downregulated in CC, suggesting negative
regulation by E6 and E7 oncoproteins through TGF [119].
Additionally, miR-155 has been found to be overexpressed in CC [112].
These data suggest that miR-155 may play an important role in cell
migration and invasion by targeting RhoA and indicate that this
oncomir is a potential therapeutic target for cervical cancer.
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miR-31 is considered an oncogene in CC. Zheng et al,, found that
the expression level of miR-31 was significantly higher in CC patients
than in normal individuals [120], and that expression of the HPV16
E6/E7 oncoproteins increased miR-31 levels. Furthermore, they
reported that the overexpression of miR-31 can promote cell
proliferation and enhance the migration and invasion abilities of CC
cells [120], suggesting an additional mechanism for E6/E7-induced
cervical carcinogenesis.

It has been reported that miR-9 plays a prominent role in
proliferation, migration and differentiation [121]. Liu et al., observed
that miR-9 was upregulated in HR-HPV-positive tumors [122].
Moreover, miR-9 was strongly upregulated in HPV16-positive CC
tumors compared with both HPV18-positive and HPV-negative
tumors [122]. Strikingly, they found that miR-9 was significantly
upregulated by both E6 and E7 oncoproteins, and that the activation of
this miRNA by the HPV E6 oncoprotein was independent of the p53
pathway. Further target validation and functional cell biology analyses
showed that HPV-induced miR-9 activation led to increased cell
motility by downregulating multiple gene targets involved in cell
migration, which may contribute to the progression of CC [122].

Remarkably, some of the most abundant miRNAs found to be
significantly affected by E6/E7 silencing in HPV-positive cancer cells
are known to be involved in the regulation of cell proliferation,
senescence and apoptosis [123]. Specifically, continuous E6/E7
oncoprotein expression is necessary to maintain high intracellular
levels of miR-7, miR-629, miR-378a, miR378f, miR-17, and miR-186,
which have all been linked to pro-tumorigenic activities [123]. On the
other hand, continuous E6/E7 expression is also linked to a decrease in
the intracellular concentrations of miR-23a, miR-23b, miR-27b, and
miR-143, all linked to anti-tumorigenic activities [123]. Thus, the
miRNAs expression may be a potential diagnostic/prognostic marker
and may show therapeutic potential for the treatment of HPV-linked
premalignant and malignant lesions.

Cancer Stem Cell-Related Markers in Cervical Cancer

It is known that tumors are composed of heterogeneous cell
subpopulations [124]. The cancer stem cells (CSCs) are a minority
subpopulation of tumoral cells endowed with properties such as self-
renewal, high proliferation rate, and the ability to generate heterogenic
lineages of cancer cells [125]. CSCs are responsible for chemoresistance
and relapse and have been identified in solid tumors including cervical
cancer [126,127], through an experimental strategy that combines
sorting of tumor cell subpopulations, on the basis of the differential
surface expression markers and functional transplantation of these
cells into appropriate animal models [128,129]. The mechanisms of
chemoresistance include high expression levels of adenosine
triphosphate-binding cassette transporters, self-renewal, high DNA
repair capacity, as well as activated Wnt/p-catenin and Notch signaling
[127,129,130]

Several potential cervical epithelial stem cell markers including
Aldehyde dehydrogenase 1 (ALDH1), Oct3/4, Sox2, Nanog and CD49f
have been used to identify cervical CSCs [127,131]. It has been
observed that the expression of these markers is increased in cervical
squamous cell carcinoma and that their expression is closely related to
clinical survival in cervical cancer patients, suggesting an important
role of these markers in predicting clinical prognosis in this neoplasia
[127]. Otherwise, Oct3/4, Sox2 and Nanog are essential transcription
factors for the maintenance of pluripotent stem cells [132].

Knockdown of these genes in cervical cancer cell lines can result in
tumor cell apoptosis, decreased tumor sphere formation (enriched for
CSCs) and inhibition of tumor formation in xenograft tumor models
[133], suggesting that Oct4, Sox2 and Nanog are CSC biomarkers in
cervical cancer [131].

Oct3/4 plays an important role in stem cell pluripotency and
differentiation [134,135]. Li et al., found that Oct3/4 is responsible for
maintaining self-renewal of cervical CSCs, besides contributing to the
initiation of cervical carcinoma [136]. It was observed that Oct3/4
positive cell populations can evade chemotherapy and eventually lead
to tumor recurrence [133,136]; Oct3/4 expression is also associated
with radiation-resistance and unfavorable survival in locally advanced
cervical squamous cell carcinoma [133]. It is interesting that Oct3/4
overexpression is associated with shorter disease-free and overall
survival which is possibly related with residual tumor after resection
[131].

Sox2 is involved in the regulation of the cell cycle, DNA repair and
self-renewal in stem cells [138]. Recently it was reported that high
expression of Sox2 is associated with a lack of cell differentiation and
may contribute to cell migration and invasion in a cervical cancer cell
line [133]. Likewise, Ji et al., found that the patients with high Sox2
expression had significantly worse overall survival [138]. These
findings provide evidence that high Sox2 expression can be regarded as
a predictor of poor prognosis for cervical cancer patients.

ALDH]I participates in the synthesis of retinoic acid, and is thought
to be involved in cellular differentiation and proliferation via the
retinoid pathway [139,140]. Many recent studies investigating the
ALDH] gene or protein report its impact on the clinical outcome of
cervical cancer patients [127]. ALDHI has been proposed as a CSC
marker and may be associated with tumor progression and recurrence
[141]. It was reported that ALDHI is a factor of poor prognosis for
cervical carcinoma [142]; equally, it has been found that high ALDH1
expression is significantly related to recurrence and low overall
survival in cervical squamous cell carcinoma patients [127]. Moreover,
it has been reported that high ALDHI1 expression is significantly
associated with low clinical chemotherapy response rate and clinical
non-response in cervical cancer patients [143].

Activation of the Wnt/B-catenin, Notch and Hedgehog signaling
pathways is characteristic of the cancer stem cells, which have been
shown to have one or more aberrations in various signalling pathways;
however, abnormal activity of pathways that control self-renewal, and
have important roles in embryonic development and differentiation,
which include Notch, Hedgehog, and Wnt/B-catenin, are probably
most crucial to the tumorigenicity of CSCs [144]. Recently, it has been
found that Wnt/B-catenin signaling is a very important pathway in the
maintenance of CSCs [145]. A striking cytoplasmic localization of B-
catenin was found in cervical cancer suggesting that the presence of p-
catenin in the cytoplasm may be related to the malignant phenotype of
epithelial cells from the uterine cervix [138]. Moreover, Wang, et al.,
found that the Wnt/B-catenin signaling pathway is involved in the
resistance to radiotherapy in cervical cancer [146]. Interestingly,
HPV16-associated cervical tumorigenesis is synergized by GSK3f
inactivation and overactivation of the Wnt/B-catenin pathway [147]. It
was recently reported that a decrease in Wnt7A expression augmented
cell proliferation and migration of cervical cancer-derived cells [148].

The Notch signalling pathway, which is necessary for several
biological processes such as cellular proliferation, differentiation and
apoptosis is considered an oncogenic pathway [144]. Aberrant Notch
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signalling is associated with several human diseases including cancers
where it alters the developmental state of the cells and consequently
maintains them in a proliferative or undifferentiated state [149]. It was
reported the over-expression of Notch-3 in patients with precancerous
cervical lesions and cervical cancer as compared to normal cervix
tissue [149]. This supports that the activation and deregulation of
Notch signalling may provide a permissive environment for the
development of early pre-cancerous lesions which may lead to
proliferation of HR-HPV associated cervical tumors [149,150].

The hedgehog signaling pathway is involved in cell proliferation and
differentiation during embryonic development [151,152]. Xuan, et al.,
observed that the hedgehog-signaling pathway was extensively
activated in carcinoma and CIN of uterine cervix [153]. Additionally,
they reported that expression of the hedgehog-signaling pathway is
greatly enhanced over the CIN I/II/III-carcinoma sequence in the
uterine cervix [153]. They suggested that the inappropriate activation
of the hedgehog-signaling pathway and inactivation of p53 by E6
proteins from HR-HPV exert a synergistic effect on the uterine cervix
carcinogenesis [153].

Thus, we have briefly seen in this minireview that multiple processes
and signaling pathways are altered by the HR-HPV E6 and E7
oncoproteins in cervical carcinogenesis [1,11]; among other affected
processes, genomic instability plays a central role leading to mutations
in cellular genes, which cooperate with the initial necessary steps
induced by HR-HPV oncoproteins, including inactivation of two
important tumor suppressor pathways (pRB and p53). Cervical cancer
may represent an important model to understand the different
oncogenic mechanisms and processes involved not only in this
neoplasia but also in the development of other human malignancies.
Strategies to improve the different aspects of immune surveillance and
the understanding of the multiple cellular pathways directly or
indirectly modified by the HR-HPV E6 or E7 oncoproteins must be
considered in optimal and effective cervical cancer therapeutic
approaches. Likewise, the miRNAs and cancer stem cell-related
markers expression could serve as novel molecular targets for the
treatment of HPV positive cervical cancer.
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