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Abstract: The ability of the host to trigger apoptosis in infected cells is perhaps the most 

powerful tool by which viruses can be cleared from the host organism. To avoid 

elimination by this mechanism, human papillomaviruses (HPV) have developed several 

mechanisms that enable the cells they infect to elude both extrinsic and intrinsic apoptosis. 

In this manuscript, we review the current literature regarding how HPV-infected cells 

avoid apoptosis and the molecular mechanisms involved in these events. In particular, we 

will discuss the modifications in intrinsic and extrinsic apoptotic pathways caused by 

proteins encoded by HPV early genes. Many of the current efforts regarding anti-cancer 

drug development are focused on directing tumor cells to undergo apoptosis. However, the 

ability of HPV-infected cells to resist apoptotic signals renders such therapies ineffective. 

Possible mechanisms for overcoming the resistance of HPV-infected tumor cells to 

anticancer drugs will be discussed. 
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1. Introduction 

Human papillomaviruses (HPV) are small, double stranded DNA viruses that infect epithelial 

tissues, including those of the anogenital tract. Of the more than 100 different identified types of HPV, 

about 40 are involved in genital tract infections. Some types of HPV cause warts, while others can 

increase the risk of malignancy and lead to cancer of the cervix, other anogenital regions, and the head 
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and neck areas [1]. HPV types are classified as either high risk or low risk, with high-risk types being 

associated with cancer formation while low risk types are not. For example, HPV types 6 and 11 are 

classified as low risk types, and infection with these types results in the proliferation of epithelial cells 

and manifests as warts or papillomas on the skin. However, these infections are generally self-limiting 

and do not lead to malignancy. On the other hand, HPV types 16 and 18 are major high-risk genotypes, 

which together cause up to 75% of cervical cancer cases as well as a significant number of head and 

neck squamous cell carcinomas. When high-risk HPV infects young females, most infections cause no 

or only minor symptoms, and usually disappear without any treatment within a few years. However, in 

5% to 10% of infected women, the infection can persist for many years [2]. Persistent infections are at 

relatively high risk for causing cell abnormalities and developing lesions of the cervix, which can in 

turn lead to the development of cervical cancer. In 2010, 12,000 women in the United States were 

diagnosed with HPV-induced cervical cancer, of which 4000 were estimated to die. The development 

of HPV-induced cervical cancer usually requires 15–20 years, providing a window of opportunity for 

detecting the presence of HPV and/or HPV-induced cell abnormalities. Viral DNA can be detected 

before cell abnormalities are observed, and the Papanicolaou test, also called a Pap smear or Pap test, 

is used to screen and detect abnormal cells, possible precursors for malignancies.  

The HPV genome is divided into an early region (E), a late region (L) and a non-coding long 

control region (LCR). The E region encodes seven non-structural proteins: E1, E2, E4, E5, E6, E6* 

and E7, while the L region encodes two structural proteins: L1 and L2, which code for the major and 

minor capsid proteins, respectively. Early genes are responsible for modulating epithelial cell function 

so as to favor virus production. For example, their gene products modulate keratinocyte differentiation, 

promote viral DNA replication and segregation, and inhibit viral clearance by the immune system. All 

early HPV proteins perform multiple functions, and act by interacting with a variety of cellular 

partners [3,4]. These interactions in turn modify the flow through numerous cellular pathways, 

including apoptosis. The core proteins of the late genes, L1 and L2, together with HPV DNA, 

participate in the assembly of virus particles. During the normal viral life cycle, the HPV genome 

exists in host cells as an episome. In rare cases, however, integration of the viral genome into that of 

the host can occur. Interestingly, this integration is not required for the HPV life cycle and is, in fact, 

detrimental to the virus, as integrated viral sequences do not reproduce. However, integration is closely 

tied to the development of cancer, as most cases of HPV-induced cervical cancer feature an integrated 

form of the HPV genome. Such integration typically leads to an increase in the expression of HPV 

early proteins, including the E6 and E7 oncoproteins, and a consequential increase in cellular 

transformation and the probability of HPV induced carcinogenesis [5]. In this paper, we review the 

current literature regarding the molecular mechanisms through which HPV-infected cells avoid 

apoptosis. In particular, we will discuss the modifications in the intrinsic and extrinsic apoptotic 

pathways caused by proteins encoded by HPV early genes. This has clinical relevance, because many 

of the current efforts regarding anti-cancer drug development focus on directing tumor cells to 

undergo apoptosis. 
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2. Apoptosis 

Apoptosis, also known as programmed cell death, plays an important role in development, cellular 

homeostasis and the pathophysiology of many diseases [6]. Apoptosis helps to eliminate damaged cells 

and also contributes to the elimination of virus-infected cells [7]. If inappropriately up- or  

down-regulated, apoptosis can also contribute to various diseases such as autoimmunity and cancer [8]. 

Two major classic apoptotic pathways have been identified: the extrinsic pathway, triggered by the 

engagement of “death receptors”, and the intrinsic pathway, which responds to a variety of stress 

signals (for example, radiation) by triggering the release of intracellular signals that promote cell  

death [9–11].  

2.1 Extrinsic Pathway 

Apoptosis is triggered through the extrinsic pathway when specific receptors are activated by their 

corresponding ligands. The majority of these “death” ligands belong to the TNF (tumor necrosis 

factor) family, and their corresponding cell surface “death” receptors to the TNF receptor family.  

TNF-alpha binds to TNF receptor 1 or 2 (TNF R1 and TNF R2), Fas ligand to Fas, and TRAIL (TNF-

related apoptosis-inducing ligand) binds to Death Receptor (DR)1, DR2, DR3, DR4, and DR5.  

Other receptors within this family include FADD-like interleukin-1 beta-converting enzyme (FLICE) 

and TNF-like weak inducer of apoptosis (TWEAK) [12]. Adaptor molecules such as TRADD (Tumor 

necrosis factor receptor type 1-associated DEATH domain protein) and FADD (Fas-Associated protein 

with Death Domain) are engaged, and initiator caspases such as procaspase-8 are activated. 

Interactions of regions such as the death domain (DD) allow TRADD, FADD, and pro-caspase 8 to 

combine to form the death-inducing signaling complex (DISC) [13]. Formation of the DISC enables 

cleavage of caspase-8, which then cleaves and activates executioner caspases such as procaspase-3/7. 

The active caspase-3/7 can cleave many different target substrates, including poly (ADP-ribose) 

polymerase (PARP), and these cleavages lead to the demise of the cell. PARP is a nuclear enzyme that 

catalyzes the transfer of the ADP-ribose moiety of NAD+ to a specific subset of nuclear substrates in 

response to DNA damage. Active caspase-3 cleaves PARP into 24 kDa and 89 kDa segments, thereby 

eliminating the ability of PARP to function in DNA repair and thus promoting apoptosis. In the case of 

Fas-mediated apoptosis, two pathways have been shown to operate in a cell type-dependent manner 

(types I and II) [14]. In the type I cell model, a robust activation of caspase-8 can be observed 

following DISC formation. Overexpression of anti-apoptotic proteins such as Bcl-2 or Bcl-XL cannot 

stop the cleavage of caspase-8 and caspase-3, and mitochondrial activity is not required to trigger 

apoptosis in type I cells. In contrast, DISC formation in type II cells is weak, and additional signaling 

from the mitochondria is necessary for apoptosis. Low levels of DISC and capsase-8 are detected in 

type II cells. In this context, caspase-8 cleaves Bid and triggers mitochondrial depolarization and the 

release of cytochrome c. Following its release, cytochrome c forms a complex with apoptosis protease 

activating factor 1, (Apaf-1) and procaspase-9, called the apoptosome. The apoptosome is analogous in 

function to the DISC, and mediates the activation of caspase-9, which in turn activates caspase-3.  

The intracellular events of apoptosis then give way to the external characteristics of this form of cell 

death, which include chromatin condensation, phosphatidlyserine exposure, cytoplasmic shrinkage and 
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membrane blebbing. Anti-apoptotic proteins such as Bcl-2 and Bcl-XL can block the activation of 

caspase in type II cells and significantly reduce apoptosis [14,15]. For ligands other than those of the 

TNF family, initiator caspases include capsase-10 and caspase-2, and the corresponding adaptor 

proteins are RIP, RAIDD/CRADD, and TRAFS. In most of these cases, activation of the executor 

caspases 3/7 initiates the apoptotic cascade [16–19].  

2.2 Intrinsic Pathway 

The classic intrinsic apoptotic pathway, also referred to as the mitochondrial pathway, can respond 

to a variety of external stimuli such as DNA damage, radiation and osmotic stress [20,21]. Activation 

of this pathway results in the release of cytochrome c from the mitochondrial intermembrane space to 

the cytosol. Apoptotic protease activating factor-1 (Apaf-1), pro-caspase 9 and cytochrome c then form 

a complex called the apoptosome in the cytosol [22,23]. The binding of Apaf-1 and cytochrome c to 

procaspase-9 leads to the auto-cleavage and activation of procaspase-9. The active caspase-9 then 

cleaves and activates caspase-3, which induces the cleavage of additional substrates, such as PARP 

gelsolin, and protein kinase C-delta [24–26] (see Figure 1).  

Figure 1. Generalized overview of the extrinsic and intrinsic apoptosis pathways.  

The extrinsic pathway is initiated by the binding of a tumor necrosis factor (TNF) family 

ligand to its receptor, followed by activation of downstream signaling proteins. In the 

intrinsic pathway, cellular stress causes BH3 activation and cytochrome c release.  

Both pathways activate the effector caspase-3 and promote cell death. Proteins are 

identified within the text. 
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3. Viruses and Apoptosis 

Following infection of host cells, a virus typically employs a number of different mechanisms to 

avoid the host immune response and to initiate and maintain efficient production and spread of its 

progeny. In most cases, a host organism will attempt to initiate apoptosis in order to eliminate infected 

cells. For this reason, many viruses, especially the DNA viruses, encode a variety of viral proteins that 

can inhibit or delay these protective actions, often by targeting key cellular proteins [11]. For example, 

human adenovirus employs the E3 14.7 kDa protein to reduce TNF- and Fas-induced apoptosis; these 

proteins work by inhibiting the TNF R-induced release of arachidonic acid [27]. Poxvirus produces 

two proteins, CrmB and CrmC, that change the conformation of TNF R in order to block the binding 

of TNF [28]. In addition, poxvirus and herpesvirus both encode proteins with homology to the DED 

domain, and thus block the binding of death receptors and the FADD adaptor protein to  

caspase-8 [29]. CD40 and CD40L form a receptor/ligand pair found on antigen presenting and T cells, 

respectively, and is required for their activation. Epstein-Barr virus (EBV), a causal agent of epithelial 

and lymph tumors, can increase the expression of CD40L but down-regulates the expression of CD40.  

This abnormal interaction between CD40L and CD40 contributes to decreased apoptosis of infected 

cells and the development of myeloma cells [30]. Furthermore, the Epstein-Barr nuclear antigen 3C 

(EBNA3C) is known to possess anti-apoptotic properties and to regulate cell proliferation. For 

example, EBNA3C can bind to p53 and Gemin3 so as to inhibit the binding between p53 and DNA, 

thus blocking the p53-mediated apoptotic pathway [31]. HPV also expresses several proteins that 

affect cellular apoptotic pathways, as detailed below. 

4. The HPV Life Cycle  

HPV infects cells in the basal layer, below the surface of the epithelium, and carries out a life cycle 

that is closely tied to the differentiation program of the host cells. During the early stages of infection, 

the episomal viral genome is usually present at fewer than 100 copies per cell, and functions as a 

slowly replicating plasmid. Shortly after infection and uncoating, low-level expression of early genes 

(E6, E6*, E7, E1 and E2) as directed by the early promoter, enables maintenance of the episomal state 

of the HPV genome [32–36]. 

As cells move up through the layers, they begin to proliferate. The ability of E6 and E7 to suppress 

apoptosis and to alter the function of factors involved in cell-cycle regulation, respectively, facilitates 

prolongation of the proliferative stage of keratinocyte differentiation [37,38]. During this proliferative 

stage, E1 and E2 function to regulate viral DNA replication and transcription such that viral DNA is 

replicated coordinately with the host cell chromosome. E2 binds to the HPV upstream regulatory 

region and recruits the E1 DNA helicase to the viral origin of replication. In addition, E2 acts to bind 

the necessary factors onto mitotic chromatin and to tether the virus genome to host chromosomes 

during mitosis [39]. Meanwhile, E1 binds to the viral origin of replication. It then uses ATP to unwind 

double-stranded DNA, acting like a helicase.  

Amplification of viral genomes begins in the proliferative layers, and an increased level of 

expression of all the early viral gene products, including E4 and E5 [40–42], is necessary for this 

process. During this stage, an increase in transcription of the genes coding for the E1, E2, and E1-E4 
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fusion proteins is observed [43,44]. The sequence of E4 is located entirely within the E2 ORF, and the 

protein is expressed relative late during viral infection. E2 is co-expressed with and binds to E1^E4 

protein and this interaction results in the stabilization of both proteins [45]. Overexpression of the 

E1^E4 protein enables reorganization of keratin network during keratinocyte differentiation and viral 

genome amplification [46]. 

Both the E4 and E5 proteins participate in the late viral functions, although details of these 

mechanisms are not yet entirely defined. It has been shown that E5 plays a subtle role during the 

productive stage of the HPV16 life cycle [41,47]. When the infected cells reach the point of terminal 

differentiation, the viral copy number is increased up to a thousand per cell, and the late genes L1 and 

L2, which encode viral capsid proteins, are expressed. The viral capsid proteins assemble into virus 

particles and are released and spread to other host cells. Through these mechanisms, HPV is able to 

enhance the survival of infected cells in order to facilitate its own replication cycle, and thus ensure the 

production and spread of progeny.  

5. HPV Proteins that Modulate Apoptosis 

Apoptosis is an important mechanism through which the host can eliminate infected cells, and the 

ability to avoid apoptosis can therefore enhance virus survival. In addition, apoptosis plays an 

important role during keratinocyte differentiation [48]. For these reasons, it is to the virus’ advantage 

to intervene in apoptotic pathways, and five papillomavirus proteins, E2, E5, E6, E6* and E7, have 

been shown to do so. E5 and E6 can protect host cells from apoptosis, while E2 and E6* appear to 

possess pro-apoptotic properties. E7 can act in either a pro-apoptotic or an anti-apoptotic manner, 

depending on the cell type and circumstances. While it is not entirely clear why pro-apoptotic 

properties of virus proteins might enhance virus survival and propagation, it is likely that the influence 

of each HPV protein on host apoptotic pathways is related to specific stages of the virus life cycle. 

Overexpression of the major oncogenes, E6 and E7, during cell transformation very often results in 

resistance of transformed cells to apoptosis; this ability to avoid apoptosis is one of the major 

hallmarks of carcinogenesis [49].  

5.1 HPV E2  

E2 functions as a viral transcription factor, and also plays a role in HPV expression and viral 

replication. It has a transcriptional activation domain near its N-terminus and a DNA binding domain 

near the C-terminal end. These two regions are separated by a flexible hinge [50]. In earlier studies, 

over-expression of HPV E2 in HPV-transformed cells was able to reduce E6 and E7 expression and 

thus to induce apoptosis. This experiment involved transfection of the BPV or HPV-18 E2 gene into 

HeLa cells, which resulted in an increased level of apoptosis [51]. E2 can also induce apoptosis in cells 

that do not contain the HPV genome, indicating that the pro-apoptotic activity of E2 can also work 

independently of HPV viral function and cell type. This type of E2-induced apoptosis proceeds 

through the extrinsic pathway, with the activation of caspase-8 [52]. E2 does this by binding to the 

caspase-8 DED domain and thus initiating activation. There are two structural characteristics of E2 

known to be involved in apoptosis. First, the N-terminal of HPV-18 E2 contains a 27 amino acid  

α-helix, which can induce caspase oligomerization and cell death [53]. Second, the HPV-18 E2 protein 
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includes a transactivation domain, also near its N-terminus, which can induce apoptosis via  

p53-independent mechanisms [52]. In addition, the HPV E2 protein binds to p53 [54], and has the 

ability to induce apoptosis through the p53-dependent pathway in both HPV-transformed cells and 

normal cells [55]. Interestingly, the mutated E2 protein, VP22-E2, which carries a mutation within the 

p53-binding site, can induce apoptosis in HPV-transformed cells, but has less of an effect in normal 

cells [56]. Other reports have demonstrated that HPV-16 E2 loses its ability to induce apoptosis if the 

N-terminal domains are removed. In contrast, mutations that block the DNA binding domain of E2 

have no effect on its ability to induce apoptosis [55].  

It should be noted that these pro-apoptotic functions of E2 were demonstrated in experiments 

utilizing transient over-expression, and that the levels of E2 resulting from this approach are much 

higher than would be found under more physiological conditions. During the HPV life cycle, 

expression of E2 is typically quite low in keratinocytes at early stages of differentiation, and may not 

be sufficient to induce apoptosis. In later stages when E2 expression is higher, the production of E4 

may reduce the pro-apoptotic activity of E2. Alternatively or in addition, this pro-apoptotic activity of 

E2 may coincide with apoptosis induced during normal keratinocyte differentiation.  

During carcinogenesis, often triggered by HPV integration, the activity of E2 is likely to drop because 

integration frequently disrupts the E2 region.  

5.2 HPV E5  

HPV E5 is considered an oncogene because it can induce transformation in murine fibroblasts and 

human keratinocytes [57]. In addition, E5 can induce skin carcinogenesis in transgenic mice [58].  

E5 employs multiple mechanisms with the potential to contribute to malignant transformation.  

For example, several studies show that HPV-16 E5 can interact with the epidermal growth factor 

receptor (EGFR) signaling pathway [57,59,60]. Over-expression of EGFR signaling plays an important 

role in the development of many cancers, as the activation of EGFR can regulate gene transcription 

and modulates cell proliferation, apoptosis, angiogenesis, tumor invasion and metastasis through the 

Ras-Raf-MAP kinase pathway and/or the PI3K-Art pathway [61]. In addition, E5 expression can 

down-regulate expression of MHC/HLA class I, thus facilitating evasion of the host immune response 

[47]. With regards to the regulation of apoptosis, it is known that HPV-mediated cervical cancers 

express decreased levels of Fas, which leads to impaired apoptosis. E5 may contribute to this, as HPV 

16 E5 has been shown to reduce FasL and TRAIL-mediated apoptosis by down-regulating Fas 

expression and altering the formation of the death-inducing signaling complex [62]. It should be noted 

that these experiments employed over-expression of E5 in HaCaT cells. HPV-16 E5 can also protect 

cells from UV-induced apoptosis by enhancing the PI3K-Art and MAP kinase pathways [63].  

Finally, the E5 protein can inhibit hydrogen peroxide-induced apoptosis by stimulating  

ubiquitin and proteasome-mediated degradation of Bax, a pro-apoptotic protein [64]. Through such 

mechanisms, therefore, the E5 protein can prevent HPV-infected cells from responding to apoptotic 

stimulation [65].  
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5.3 HPV E6  

HPV E6 is an essential oncoprotein that has been widely studied over the last two to three decades. 

E6 is a small protein, consisting of 151 amino acids and presenting two atypical zinc fingers with 

motifs that contain two cysteines (Cys-X-X-Cys). The p53 tumor suppressor is the first-described and 

best-known target of HPV E6 [66]. p53 acts as a transcriptional factor, and can trigger cell cycle arrest 

or apoptosis in response to cellular stress or DNA damage. Under normal conditions, triggers such as 

DNA damage cause increases in the level of p53, which then lead to downstream effects such as cell 

cycle arrest and/or apoptosis, depending on the intensity or amplitude of the damage or stimulus.  

The presence of E6 from high-risk types of HPV interferes with this process, because E6 binds to both 

p53 and E6-associated protein ligase (E6AP), causing ubiquitinylation and the subsequent degradation 

of p53. This loss then prevents p53 from inducing either growth arrest or apoptosis of infected  

cells [67]. During this process, E6 first binds to E6AP, which functions as an E3 ubiquitin protein 

ligase. Then, the E6/E6AP complex binds to the core domain of p53. E6AP catalyzes the transfer of 

ubiquitin to p53, thereby enabling its proteasome-mediated degradation. This E6-mediated inhibition 

of p53 activity can increase the survival of transformed cells [68,69]. Interestingly, a recent study 

showed that E6 could also interact with ubiquitin ligases other than E6AP in order to promote p53 

degradation [70].  

In addition to p53, E6 also interacts with other partner proteins that play a variety of roles in the  

cell [3,71]. Following binding to E6, many of these proteins are lost by an E6AP-mediated 

ubiquitinylation and degradation process similar to that observed for p53. E6 partners include proteins 

involved in apoptosis such as Bak [72], c-Myc [73], TNF R1 [74], FADD, and caspase-8 [3,75–77]. 

Bak and Myc were the first apoptosis-related proteins, other than p53, to be identified as targets of E6. 

Following binding to E6, both Bak and Myc are degraded through the ubiquitin-proteasome pathway 

[73]. This loss of Bak has biological consequences, as E6 has been shown to inhibit TNF-mediated 

apoptosis by reducing the expression of Bak in a process independent of the regulation of caspase-3 

and caspase-8 expression [78]. Other key proteins involved in cellular apoptosis can also be 

compromised by E6. For example, E6 can bind to the death effector domains (DEDs) of FADD and 

procaspase-8 and accelerate their degradation [75,76,77,79]. The resulting lower amounts of FADD 

and procaspase 8 in E6-expressing cells then hinders formation of the apoptotic Death Inducing 

Signaling Complex (DISC) that would normally be triggered by members of the TNF superfamily, 

thereby compromising the ability of TNF, FasL and TRAIL to initiate apoptosis [74,75,77,80]. In 

addition, E6 exerts effects on other apoptotic and anti-apoptotic proteins at the transcriptional level. 

For example, E6 can up-regulate the activity of the survivin promoter [81].  

In each of these cases, E6 functions to reduce cell death by compromising the integrity of cellular 

pathways leading to apoptosis. In the context of the virus life cycle, the prevention of apoptosis is 

critical because it protects infected cells from elimination by the immune system, and therefore enables 

them to continue serving as hosts. This ability may also prolong the early stages of the life cycle. 

During carcinogenesis, the expression of E6 is usually increased, resulting in cells that do not undergo 

apoptosis and that are then susceptible to E6 and E7-mediated transformation. One recent study found 

that E6-mediated cervical cancer relies on the continuous expression of E7 along with constitutively 
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expressed E6, and that continuous expression of E7 is required for the maintenance of cervical cancer 

and precancerous lesions in transgenic mice [82]. 

5.4 HPV E6*  

E6*, a splice isoform corresponding to approximately the N-terminal half of E6, has significance in 

both the viral life cycle and in carcinogenesis. Early work suggested that the purpose of the splicing 

events that produce the HPV16 E6 splice variants was to facilitate translation of E7 [83]. However, 

more recent research has called this into question [84], and several reports now demonstrate significant 

and independent roles for this splice variant [79,85–87]. For example, over-expression of E6* in SiHa 

cells was shown to sensitize those cells to TNF-and Fas-induced apoptosis [76]. Furthermore, it was 

shown that while the full-length E6 and E6* proteins both bind to procaspase-8, they affect its stability 

in opposite directions. That is, while binding of the full-length isoform to procaspase 8 leads to 

instability and an acceleration of degradation, binding of the short isoform, E6*, leads to procaspase 8 

stabilization and an increase in activity [79]. Interestingly, the full-length and short versions of E6 bind 

to different regions of procaspase 8 [79]; this is likely linked to the different consequences of this 

binding. Results such as these indicate that E6* performs different functions than does the full-length 

isoform, and that E6* may function in a pro-apoptotic manner. It may be that the pro-apoptotic 

characteristics of E6* reflect a general function of E6* as a regulator of the potent  

E6 oncogene.  

5.5 HPV E7  

HPV E7 is also a well-known oncoprotein with multiple functions, including the inhibition of 

differentiation and the activation of cell cycle progression. E7 acts by releasing active E2F, thereby 

enabling transcription of several genes involved in DNA synthesis [88]. The primary target of E7 is the 

retinoblastoma protein (pRb), along with related proteins such as p107 and p130 [89]. These proteins 

bind to the E2F transcription factor, and are involved in regulation of the cell cycle, and in particular, 

regulation of the transition from G1 to S phase. Normally, in the absence of growth-promoting signals, 

the binding of pRb to E2F prevents E2F from activating its target genes, which are necessary for 

entrance into S phase and thus for cellular proliferation. When growth-promoting signals are present, 

however, phosphorylation of pRb, mediated by cyclin-dependent kinase (CDK) activity, leads to 

disruption of pRb/E2F complexes and the release of E2F. E2F is thus activated and promotes the re-

entrance of cells into S phase. The HPV E7 protein performs a function analogous to pRb 

phosphorylation, in that the virus protein binds to pRb and releases E2F. This results in the activation 

of E2F-responsive genes, which encode proteins essential for both cell cycle progression and virus 

replication. In addition to its role in regulating the cell cycle, HPV-16 E7 can also induce cells to 

undergo apoptosis [90,91]. For example, HPV-16 E7 could induce apoptosis in the retina from 

transgenic mice expressing this viral oncogene in a p53-dependent manner [92]. In cell models, E7 

from both low-risk (HPV-1, HPV-60) and high-risk HPVs (HPV-16) was shown to induce apoptosis in 

immortalized rodent fibroblasts (NIH3T3 cells) [93], and the co-expression of E7 and p21 proteins 

induced apoptosis in U2OS cells [94]. However, it should be noted that these pro-apoptotic effects of 

E7 were demonstrated in the context of models that are not natural targets for HPV. In a more relevant 
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model, over-expression of E7 in human primary keratinocytes induced spontaneous cell death and also 

sensitized the cells to TNF-mediated apoptosis [95]. Interestingly, however, other research indicates 

that E7 can inhibit apoptosis in some cell types. For example, HPV-16 E7 inhibits Fas- and  

TNF-mediated apoptosis through the suppression of caspase-8 activation in human fibroblasts [96], 

and the expression of E7 in HaCaT cells reduced apoptosis following the application of genotoxic 

stressors such as the alkylating agent mitomycin C or UV [97]. The mechanism(s) for these effects are 

still not clear; however, a recent study showed that HPV-16 E7 can interact with the pro-apoptotic 

cellular factor, Siva-1, and inhibit UV-induced apoptosis in HaCaT cells [98]. Together, these studies 

demonstrate that E7 can both induce and inhibit apoptosis, depending on the cell and virus types. Any 

pro-apoptotic functions displayed by E7 are likely to be relatively weak, at least as compared to the 

anti-apoptotic functions displayed by E6, because in experiments in which both E6 and E7 are 

expressed, target cells become resistant to apoptosis induced by several stimuli [99,100]. 

6. Re-Engagement of Apoptotic Pathways as a Therapeutic Approach to HPV-Induced Cancers  

The association between HPV and human cancer has been studied for more than three decades. 

HPV-induced cervical cancer is the second most common cancer and the fifth leading cause of  

cancer-related deaths among women worldwide [101,102]. Cervical cancer is not the only cancer 

caused by high-risk types of HPV; in fact, biological and functional studies have demonstrated the role 

of HPV in the development of several additional types of cancer, such as cancer of the head and neck, 

vaginal cancer, vulvar cancer, anal cancer, and penile cancer [103,104].  

Recently, two HPV vaccines, Gardasil (MSD) and Cervarix (GSK), have been developed and 

approved for the prevention of infection with either two or four types of HPV. These vaccines are 

therefore predicted to reduce the incidence of cervical cancer. In Phase III randomized clinical trials, 

for example, Cervarix was able to prevent 90% of moderate and severe precancerous cervical lesions 

associated with HPV-16 and 18 [105]. However, while these vaccines can prevent HPV infection, they 

offer no benefit to an individual who has already been infected with HPV. Also, the vaccines will not 

have a significant effect on human health for decades, because most women are infected in their late 

teens/early twenties, while cancer appears in their late forties/early fifties. Furthermore, the vaccines 

only protect against HPV-16 and -18, leaving 25–30% of high-risk infections unaffected by an 

individual’s vaccination status. An additional issue is the high cost of these vaccines, making it 

difficult to deliver them to areas and populations with low resources.  

Surgical treatment is often employed to cure cervical cancer in the early stages, but it is not always 

easy to use this approach in head and neck cancers or in laryngeal papillomatosis, due to the need to 

maintain the normal structure of the airway and to avoid pulmonary spread. One option currently used 

to treat recurrent respiratory papillomatosis is endolaryneal laser surgery. Following surgical excision, 

however, HPV-associated cancers frequently return, especially in the immunocompromised 

population. Combined chemoradiotherapies have been assessed, with variable results [106].  

Topical treatments, such as trichloroacetic acid, liquid nitrogen, imiquimod, interferon- injections 

and podophyllin resin, are also available [107–110]. However, repeated treatments are necessary and 

are not always effective. Furthermore, imiquimod has not been approved for use in the oral cavity. 

Even when a wart or papilloma can be removed by such approaches, the HPV infection has not 
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necessarily been cured and may return. In conclusion, there is no effective antiviral agent  

currently available.  

To expand and enhance the limited options currently available, several laboratories have begun 

examining the possibility of using molecular strategies to inhibit HPV [111,112]. For example, the 

HPV E1 and E2 proteins are involved in replication and gene expression, and could, in theory, be 

targeted by small molecules. Replication of the HPV genome requires the viral helicase E1 and the 

origin-binding protein E2, and is initiated by the binding of E1, E2 and specific DNA sequences within 

the viral origin of replication. As one example, biphenylsulfonacetic acid has been shown to inhibit E1 

ATPase activity, and the optimized compound has an IC50 value of 4.0 nM [113]. Unfortunately, the 

expression of these two viral proteins is often lost during the process of malignant transformation, 

making them less-than-optimal targets for cancer treatment. In contrast, the expression of HPV E6 and 

E7 usually increases during this stage, and for this reason, these two oncoproteins have the potential to 

serve as useful targets for small molecule inhibitors. For example, the prevention of E6-mediated p53 

degradation, perhaps by inhibiting formation of the E6/E6AP complex, or preventing the interaction 

between E7 and Rb, represent promising approaches for the development of small molecule inhibitors 

of HPV-associated cancer [114]. 

Currently, therapeutic approaches that rely on activation of either the intrinsic or the extrinsic 

apoptotic pathways are unlikely to be helpful for HPV-associated diseases due to the ability of  

high-risk E6 proteins to subvert both extrinsic and intrinsic apoptotic pathways by mediating the rapid 

degradation of signaling molecules (p53 in the case of the intrinsic pathway and FADD and caspase 8 

in the case of the extrinsic pathway). As a result of these E6 activities, therefore, engagement of either 

the extrinsic or the intrinsic apoptotic pathways does not result in the transduction of the intended 

death signal because the mediator molecules are missing. Therefore, if any of these apoptosis-inducing 

signaling pathways are to be used as tools for the elimination of HPV-associated malignancies, it will 

be necessary to restore the missing signaling molecules. 

An approach based on inhibiting the ability of E6 to mediate the rapid degradation of its cellular 

partners has the potential to re-sensitize HPV
+
 cells to inducers of apoptosis, and could therefore make 

certain existing cancer treatments available to those suffering from HPV-associated malignancies. 

Progress has been made in the search for inhibitors of the E6/E6AP interaction; this approach has the 

potential to re-activate the intrinsic apoptotic pathway. First, the essential binding motif through which 

E6 and E6AP interact was identified and verified [42,115,116]. Structural information regarding the 

E6/E6AP binding motif was then transferred to a three-dimensional query format suitable for 

computational screening of large chemical databases. This 3D format was used to query the National 

Cancer Institute (NCI) open chemical database comprising approximately 240,000 compounds, as well 

as the Sigma-Aldrich Library of Rare Chemicals of 97,000 compounds. Selected molecules that were 

predicted to fit into the E6/E6AP binding motif were then analyzed for their ability to inhibit E6/E6AP 

interactions and thereby interfere with E6-promoted p53 degradation. Following these in vitro and  

cell-based assays, several compounds with these characteristics were identified; such compounds have 

the potential for development into new therapeutic agents for treatment of HPV-associated  

cancers [117]. 

It may also be possible to target the extrinsic apoptotic pathway. For example, activation of the 

TRAIL-mediated, extrinsic apoptotic pathway shows promise in the treatment of several types  
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of tumors. TRAIL-based therapies have elicited significant interest in recent years, largely due to their 

apparent ability to kill tumor cells while sparing most normal cells. Previous studies have reported on 

the effectiveness of both TRAIL and -TRAIL R1 and R2 in combination with other sensitizing agents 

such as doxorubicin, bortezomib, adriamcin, 5-fluorouracil, irinotecan hydrochloride, paclitaxel, 

carboplatin, gemcitabine, cisplatin and radiation in both cell and animal model systems [118–121]. 

Work from our laboratory has shown that a peptide corresponding to the E6-binding site can block the 

interaction between HPV E6 and FADD, thus re-sensitizing SiHa cells to TRAIL- and Fas-induced 

apoptosis [79]. Small molecules represent another approach, as they have been used to inhibit 

important signal transduction pathways involved in breast, colon, pancreatic and lung cancer  

formation [122]. Once small molecules block the inhibitory activity of E6, known triggers of 

apoptosis, such as TRAIL, could initiate apoptosis of HPV-positive cells. We recently screened a small 

molecule library and found several chemical compounds that had the ability to inhibit the interaction 

between E6 and procaspase-8 [123]; a subset of these molecules can re-sensitize SiHa cells to TRAIL 

(data not shown). Such findings suggest that targeting HPV E6 or other oncoproteins could prove an 

excellent therapeutic strategy to treat HPV-associated cancers, and that small molecules could prove an 

appropriate approach to reach this goal. 
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