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Abstract

Cervical cancer is one of the most common cancers in women worldwide. Persistent infection with
human papillomavirus (HPV) is considered to be the etiological factor for cervical cancer. Therefore,
an effective vaccine against HPV infections may lead to the control of cervical cancer. An ideal HPV
vaccine should aim to generate both humoral immune response to prevent new infections as well as
cell-mediated immunity to eliminate established infection or HPV-related disease. In the current
study, we have generated a potential preventive and therapeutic HPV DNA vaccine using human
calreticulin (CRT) linked to HPV/16 early proteins, E6 and E7 and the late protein L2 (nCRTEGE7L2).
We found that vaccination with hCRTEGE7L2 DNA vaccine induced a potent E6/E7-specific CD8
+ T cell immune response, resulting in a significant therapeutic effect against E6/E7 expressing tumor
cells. In addition, vaccination with hCRTE6E7L2 DNA generated significant L2-specific
neutralizing antibody responses, protecting against pseudovirion infection. Thus, the hCRTEGE7L2
DNA vaccines are capable of generating potent preventive and therapeutic effects in vaccinated mice.
Our data has significant clinical implications.
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Introduction

Cervical cancer is the 2"d leading cause of cancer deaths in women worldwide. The primary
factor in the development of cervical cancer is infection by the human papillomavirus (HPV)
[1]. HPV is one of the most common sexually transmitted diseases in the world. It is now
known that cervical cancer is a consequence of persistent infection with high-risk type HPV
[1-5]. HPV infection is a necessary factor for the development and maintenance of cervical
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cancer and thus, effective vaccination against HPV represents an opportunity to control cervical
cancer.

Vaccination could be implemented to prevent infection by generating neutralizing antibodies
(preventive vaccines) or to eliminate infection by inducing a virus-specific cellular response
(therapeutic vaccines). Current strategies for the development of safe and effective preventive
vaccines are based on the induction of neutralizing antibodies against the major and minor
capsid proteins, L1 and L2 of human papillomavirus. The newly licensed preventive HPV
vaccine, Gardasil, which is an L1-based vaccine, has both a remarkable safety profile and
clinical efficacy against the HPV genotypes from which it was derived. However, Gardasil is
likely only effective against a subset of HPV genotypes, types 16, 18, 6 and 11, and therefore
does not provide complete protection against all cervical cancers. As an alternative approach,
the minor capsid protein L2 has arisen as a possible target for vaccine development.
Importantly, vaccination with L2 induces broadly cross-neutralizing antibodies that mediate
broader protection [6]. This is a significant advantage for L2-based vaccines and thus this
approach is emerging as a promising candidate for the development of a broadly protective
vaccine.

However, preventive HPV vaccines are unlikely to be effective in the elimination of pre-
existing infection and HPV-related disease. This is an important issue since there is a
considerable burden of HPV infection worldwide. Thus, in order to accelerate the effect of
vaccination on the incidence of cervical cancer and help currently infected patients, it is
essential to continue efforts to develop therapeutic vaccines. The choice of target antigen is
extremely important for designing therapeutic vaccines. Since, the HPV-encoded E6 and E7
are essential for transformation and are co-expressed in HPV-associated lesions (For a review,
see [5]), these proteins represent ideal targets for the development of HPV therapeutic vaccines.

An ideal HPV vaccine should be able to generate both humoral and cell-mediated immunity
to prevent new infections as well as to eliminate established infection or HPV-related disease.
Therefore, preventive and therapeutic HPV vaccines should target both early proteins such as
HPV E6 and E7 and late antigens such as L2 to induce both HPV neutralizing antibodies and
therapeutic cellularimmunity. Such combination approaches could potentially be implemented
for higher efficacy of vaccination and could potentially prevent most cervical cancers and treat
HPV infections and HPV-associated lesions.

DNA vaccines pose as an attractive approach for HPV vaccine development. DNA vaccines
generate effective CTL and antibody responses by delivering foreign antigen to APCs that
stimulate CD4+ and CD8+ T cells. Compared to live viral or bacterial vectors, naked DNA
plasmid vaccines are relatively safe and can be easily administered. Furthermore, DNA
vaccines are easy to prepare on a large scale with high purity and high stability and can be
engineered to express antigenic peptides or proteins (for reviews, see [7,8]). Additionally, DNA
has the unique ability to be maintained long term in an episomal form [9]. This enables
prolonged expression of antigens and enhancement of immunologic memory. Using DNA
vaccines to express proteins bypasses MHC restriction and thus maintains higher CTL
responses than current protein vaccines. DNA vaccines can also be repeatedly applied to the
same patient safely and effectively, unlike live vectors vaccines. These features make DNA
vaccines a potentially plausible approach for HPV vaccine development. While DNA has
considerable advantages, one major limitation is its limited potency. This is due to the fact that
DNA vaccines, unlike viral vectors lack the intrinsic ability to amplify in transfected cells.

The use of calreticulin (CRT) in the context of DNA vaccines represents a promising approach
for enhancing antigen-specific T cell-mediated immune responses as well as humoral
responses for DNA vaccine development. CRT is an abundant 46 kDa Ca2*-binding protein
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which is located in the endoplasmic reticulum (ER)[10]. CRT is considered to be related to the
family of heat shock proteins (HSPs) [11,12]. This protein has been shown to associate with
peptides delivered into the ER by transporters associated with antigen processing (TAP-1 and
TAP-2) [13] and with MHC class I-$2 microglobulin molecules to aid in antigen presentation
[14]. We have previously employed this CRT-based enhancement strategy to create effective
DNA vaccines using HPV-16 E6 [15], E7 [16] or SARS-Co-V [17] as target antigens. We have
shown that DNA vaccines encoding calreticulin (CRT) linked to the target antigen generate
the high levels of antigen-specific CD8* T-cell responses as well as significant antigen-specific
humoral immunity [15-17]. Thus, we employed CRT in our HPV DNA vaccine developement
in order to generate strong T cell specific responses as well as humoral responses against the
HPV antigens, E6, E7 and L2. The employment of E6, E7 and L2 protein of HPV16 has been
previously explored in protein-based vaccines to generate a chimeric L2E7EG6 fusion protein
(also called TA-CIN [18,19]). Vaccination of healthy volunteers with TA-CIN induced serum
antibody that neutralizes across papillomavirus species [20].

In the current study, we have created an HPV DNA vaccine encoding calreticulin linked to
HPV16 early proteins, E6 and E7 and the late protein L2 (\CRTEGE7L2). We found that
vaccination with hCRTE6E7L2 DNA vaccine induced a potent E6/E7-specific CD8+ T cell
immune response and resulted in a significant therapeutic effect against E6/E7 expressing
tumor cells. Furthermore, vaccination with hCRTE6E7L2 generated significant L2-specific
neutralizing antibody responses against HPV-16 pseudovirion infection. Thus, the
hCRTEG6E7L2 DNA vaccines are capable of generating potent preventive and therapeutic
effects in vaccinated mice. The clinical implications of the hCRTEGE7L2 DNA vaccines are
discussed.

Materials and Methods

Plasmid DNA constructs

To generate pPNGVL4a-hCRTEGE7L2, L2 was first amplified with PCR using pET-28a-
HPV16L2 (11-200) as a template and a set of primers, 5'-aaatctagaatgaagagggccagcgcecaa-3'
and 5'-aaagcggccgctcaggtgtccatgggatcte-3'. The 11-200aa L2 DNA was amplified from codon
modified full length L2 (obtained from Dr. M Muller) and further cloned into pET28a Vector
[21]. The amplified product was then cloned into the Xbal/Notl sites of pPNGVL4a vector
(National Gene Vector Laboratory). hCRT was PCR amplified by primers 5'-
aaagtcgacatgctgctatcegtgecgcetge-3' and 5'-gaattcgttgtctggecgcacaatca-3' using a human CRT
plasmid as a template (which was kindly provided by Dr David Llewellyn of Department of
Medical Biochemistry at University of Wales College of Medicine at Cardiff, UK). The PCR
product was cut with Sal I/Eco RI and cloned into the Sal I/Eco RI sites of pNGVL4a-L2.
HPV-16 E6 and E7 were codon optimized to enhance the translation of these genes. Codon
optimized HPV-16 E6 and E7 was synthesized by GenScript Corporation (Piscataway, NJ)
was cloned into EcoRI1/Xbal sites of pPNGVL4a-hCRTL2. The promoter driving the expression
of the pNGVL4a vector is CMV. For generation of pNGVL4a-hCRTL2, L2 was amplified
again with another set of primers, 5'-tttgaattcatgaagagggccagcgceca-3' and 5'-
tttagatcttcaggtgtccatggggatct-3'. The PCR product was cut with EcoRI/Bglll and cloned into
the EcoRI1/Bglll sites of pNGVL4a-hCRT. The accuracy of DNA constructs was confirmed
by DNA sequencing. The various genes were amplified and cloned such that each subsequent
gene was “in frame” and stop codons were removed.

Mice and cell line

Female C57BL/6 mice (6 to 8 weeks old) were purchased from the National Cancer Institute
(Frederick, MD, USA) and kept in the animal facility of the Johns Hopkins Hospital (Baltimore,
MD, USA). All animal procedures were performed according to approved protocols and in
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accordance with the recommendations for the proper use and care of laboratory animals. The
production and maintenance of TC-1 cells has been described previously [22].

Western Blot Analysis

BHK21 cells (ATCC, 2 x106) were transiently transfected with 2 pg of each plasmid construct
using Lipofectamine 2000 (Invitrogen) according to the vendor's manual. Cells were grown at
37°C and 5% CO». At 24h after transfection, the expression of transfected genes in cells was
characterized by Western blot analysis. The cells were lysed in Mammalian Protein Extraction
Reagent (M-PER) (Pierce, Rockford, IL) and the lysate protein concentrations were determined
by spectrophotometry based on the manufacturer's instruction. Equal amounts (50ug) of protein
were loaded and separated by SDS-PAGE using a 10% polyacrylamide gel and blotted onto a
nitrocellulose membrane. After blocking, the membrane was incubated with mouse anti-
HPV-16 E6, E7 and rabbit anti-HPV 16 L2 polyclonal antibody for 1hr at room temperature,
washed and incubated with HRP-conjugated sheep anti-mouse Igs and donkey anti-rabbit Igs
(Amersham Biosciences, UK), respectively. Membranes were detected with
chemiluminescence ECL kit. (Amersham, Arlington Heights, IL).

DNA vaccination

For the gene gun-mediated intradermal vaccination, DNA-coated gold particles (1ug DNA/
bullet) were delivered to the shaved abdominal region of C57BL/6 mice using a helium-driven
gene gun (BioRad, Hercules, CA, USA) with a discharge pressure of 400 p.s.i., according to
a previously described protocol [23]. C57BL/6 mice were vaccinated via gene gun with 2ug/
mouse of pPNGVL4a, pPNGVL4a-hCRT, pNGVL4ahCRTL2, pNGVL4a-hCRTEGE7? or
PNGVL4a-hCRTEGE7L2. These mice received three boosters with the same dose and regimen
at 1-week intervals. For the i.m.-mediated DNA vaccination, 50 ug/mouse of pNGVL4a,
pPNGVL4a-hCRT, pNGVL4a-hCRTL2, pNGVL4a-hCRTEGE7 and pNGVL4a-
hCRTEG6E7L2 DNA vaccines were delivered intramuscularly by syringe needle injection.
These mice received three boosters with the same dose and regimen at 1-week intervals.

Intracellular cytokine staining and flow cytometry analysis

Cell surface marker staining of CD8 and intracellular cytokine staining for IFN-y as well as
FACScan analysis was performed using conditions described previously [24]. Prior to
FACScan, splenocytes from different vaccinated groups of mice were collected, pooled and
incubated for 16 h with 1ug/ml of E7 peptide (aa 49-57) or E6 peptide (aa 50-57) in the presence
of GolgiPlug (1ul/ml) for detecting E6 and E7-specific CD8*T-cell precursors [25]. The
stimulated splenocytes were then washed twice with FACScan buffer. Cell surface marker
staining for CD8 and intracellular cytokine staining for IFN-y were performed using conditions
described previously [24]. The number of IFN-y secreting CD8" T cells was analyzed using
flow cytometry. Analysis was performed on a Becton-Dickinson FACScan with CELLQuest
software (Becton-Dickinson Immunocytometry System, Mountain View, CA, USA).

In vivo tumor protection and treatment experiments using TC-1 tumors

For in vivo tumor protection experiments, C57BL/6 mice (5 per group) were vaccinated with
2 ug/mouse of pPNGVL4a, pNGVL4a-hCRT, pNGVL4a-hCRTL2, pNGVL4a-hCRTE6E7 and
pPNGVL4a-hCRTEGE7L2 DNA vaccines by gene gun injection twice at a 1-week interval. One
week after the last vaccination, mice were challenged with 5 x 104 TC-1 tumor cells/mouse
[22] by subcutaneous injection in the right leg. Tumor growth was monitored by visual
inspection and palpation twice a week as described previously [22]. For in vivo tumor treatment
experiments using an E6, E7-expressing tumor (TC-1), mice (5 per group) were intravenously
challenged through the tail vein with 1 x 10 TC-1 cells /mouse. At 3 days after tumor challenge,
mice were administered 2ug/mouse of pPNGVL4a, pNGVL4a-hCRT, pNGVL4a-hCRTL2,
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PNGVL4a-hCRTEGE7 and pNGVL4a-hCRTEGE7L2 via gene gun. One week after the first
vaccination, these mice were boosted with the same dose and regimen. Mice were killed and
lungs were explanted on day 28. The pulmonary nodules on the surface of the lungs in each
mouse were counted by experimenters blinded to sample identity as described previously
[26].

The full length L2 protein was expressed and purified as described previously [27]. Briefly,
the codon modified full length L2 was cloned into pET 28a vector and the His tagged fusion
protein was expressed in BL21 (Rosetta cells, Novagen). The recombinant protein was purified
on a Ni-NTA coumn under denaturing conditions following suggested manufacturer's protocol
(Qiagen). The presence of anti-HPV-16 L2 Ab's in the sera was characterized by a direct ELISA
as described previously [28]. C57BL/6 mice were immunized with gene gun with 2ug/mouse
of the various DNA vaccines and received three boosters with the same dose and regimen at
1-week intervals. For i.m.-mediated DNA vaccination, 50ug/mouse of each DNA vaccine was
delivered intramuscularly by syringe needle injection. These mice received three boosters with
the same dose and regimen at 1-week intervals. Sera were prepared from mice 7 days after last
immunization and pooled. Full length of L2 protein (100ng/well) was coated in a 96-microwell
plate and incubated at 4°C overnight. The wells were then blocked with PBS containing 1%
BSA for 1hour at 37°C. After washing with PBS containing 0.05% Tween-20, the plate was
incubated with serially diluted sera (1:100, 1:500, 1:1000) for 2hr at 37°C. Serum from
vaccinated rabbit with full length of L2 protein was used as the positive control. After washing
twice with PBS containing 0.05% Tween-20, The plate was further mixed with 1:1,000 dilution
of a HRP-conjugated donkey anti-rabbit 1gG Ab for standard control and rabbit anti-mouse
1gG Ab for mouse serum (Amersham Pharmacia Biotech, Piscataway, New Jersey, USA) as
secondary antibody, respectively and was incubated at room temperature for 1 hour. The
ELISA plate was read with a standard ELISA reader at 450 nm.

Neutralization Assay

HPV16 pseudovirions with encapsulated secreted alkaline phosphatase (SEAP) were generated
by co-transfection of 293TT cells with plasmids encoding HPV16 L2 and a SEAP reporter
plasmid as described previously by Buck et al [29]. Cells collected after transfection were
treated overnight with Brij 58 (0.5%), Benzonase (0.5%) and purified by centrifugation on an
Optiprep step gradient (27, 33, and 39%) at 40,000 rpm for 4.5 h. Pseudovirus neutralization
assays were carried out as outlined previously [30,31]. Briefly, the pseudovirus and the pooled
mouse immune sera were incubated for 1 h and the mixture was used to infect 293TT cells. 68
to 72 h post-infection, the supernatants were collected and SEAP activity in the supernatants
was measured by colorimetric assay. Serum neutralization titers were defined as the highest
dilution that caused at least a 50% reduction in SEAP activity, compared to control pre-immune
serum samples. The minimum neutralization would be the wells where the virus is incubated
with either pre-bled or PBS immunized serum and maximum neutralization would be the wells
where the virus is completely neutralized and so there is no SEAP activity.

Statistical analysis

All data expressed as means +s.d. are representative of at least two different experiments. Data
for intracellular cytokine staining with flow cytometry analysis and tumor treatment
experiments were analyzed by analysis of variance (ANOVA). Comparisons between
individual data points were made using a Student's t-test. Kaplan Meier survival curves for
tumor protection experiments were applied; for differences between curves, P-values were
calculated using the log-rank test. The value of P<0.05 was considered significant.
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Cells transfected with the various recombinant DNA constructs express E6, E7 and/or L2

proteins

We generated the various DNA constructs pNGVL4a, pNGVL4a-L2, pNGVL4a-hCRT,
pNGVL4a-hCRTL2, pNGVL4a-hCRTEGE7 and pNGVL4a-hCRTEGE7L2. In order to
determine whether the BHK 21 cells transfected with each of recombinant DNA constructs
expressed the encoded genes, E6, E7 and/or L2, we performed Western blot analysis with the
cell lysates 24 hours after transfection using polyclonal antibodies to E6, E7 or L2 proteins.
As shown in Figure 1, expression of E6 (upper panel) was observed at comparable levels in
the lysates of cells transfected with 4a-hCRTEGE?7 (lane 5) and the 4a-hCRTEGE7L2 (lane 6)
constructs. Similarly, the expression of E7 (middle panel) protein was observed at comparable
levels in the lysates of cells transfected with 4a-hCRTEGE?7 (lane 5) and the 4a-hCRTEGE7L2
(lane 6) constructs. Comparable level of expression of L2 protein (lower panel) was also
observed in the lysates of cells transfected with 4a-L2 (lane 2), 4a-hCRTL2 (lane 4) and the
4a-hCRTEGE7L2 (lane 6) constructs. Furthermore, the proteins derived from each of the
constructs were of the expected sizes. Thus, our data indicate that the BHK 21 cells transfected
with the DNA constructs express the encoded genes for E6, E7 and/or L2.

Vaccination with DNA vaccines expressing hCRTE6E7 and hCRTEGE7L2 generates
significant number of E6 and E7-specific CD8+ T cells

In order to assess the level of E6-specific T cell immune responses generated by the
recombinant DNA vaccines, we first performed intracellular cytokine staining and flow
cytometry analysis to determine the number of E6-specific IFN-y secreting CD8+ T cells
generated in response to stimulation with E6 peptide. C57BL/6 mice (3 per group) were
immunized intradermally via gene gun (left panel) or intramuscularly (right panel) with the
various DNA vaccines. The splenocytes from vaccinated mice were incubated with H-2Kb-
restricted E6 CTL peptide (aa 50-57) overnight and the number of E6-specific CD8+ T cells
was determined. As shown in Figure 2A, significant numbers of IFN-y secreting CD8+ T cells
were observed after stimulation with E6 peptide in the mice immunized with DNA vaccines
expressing hCRTEGE7 and hCRTEGE7L2, although the immunization with DNA vaccines
expressing hCRTEBE7L2 generates lower number of E6-specific IFN-y+ CD8+ T cells
compared to immunization with DNA vaccines expressing hCRTEGE7. A graphical
representation of the number of E6-specific IFN-y+ CD8+ T cells in mice immunized
intradermally via gene gun and intramuscularly is depicted in Figure 2B and C respectively.
In addition, this data suggests that immunization via gene gun generates a greater number of
E6-specific IFN-y+ CD8+ T cells compared to intramuscular immunization. Thus, our data
indicates that mice immunized with the DNA vaccines expressing hCRTEGE7 and
hCRTEG6E7L2 generate a higher frequency of E6-specific activated CD8+ T cells as compared
to the hCRTL2 control.

We further characterized the level of E7-specific T cell immune responses generated by the
recombinant DNA vaccines using intracellular cytokine staining and flow cytometry analysis.
The splenocytes from vaccinated mice were incubated with H-2DP-restricted E7 CTL peptide
(aa 49-57) overnight and the number of E7-specific CD8+ T cells was determined. As shown
in Figure 3A, significant number of IFN-y secreting CD8+ T cells were observed after
stimulation with E7 peptide in the mice immunized with DNA vaccines expressing hCRTEGE7
and hCRTEGBE7L2, although the immunization with DNA vaccines expressing hCRTEGE7L2
generates lower number of E7-specific IFN-y+ CD8+ T cells compared to immunization with
DNA vaccines expressing hCRTEGE7?. A graphical representation of the number of E7-specific
IFN-y+ CD8+ T cells in mice immunized intradermally via gene gun and intramuscularly is
depicted in Figure 3B and C respectively. In addition, this data suggests that immunization via
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gene gun and intramuscular immunization generate a similar number of E7-specific IFN-y+
CD8+ T cells. Thus, our data indicates that the DNA vaccines expressing hCRTEGE7 and
hCRTEGET7L2 generate a higher frequency of E7-specific activated CD8+ T cells as compared
to the hCRTL2 control.

Taken together, our data indicates that the DNA vaccines expressing hCRTE6E7 and
hCRTE6E7L2 generate detectable E6/E7-specific CD8+ T cell responses.

Vaccination with DNA vaccines expressing hCRTEGE7 and hCRTEGE7L2 generates
significant protection and anti-tumor effect

In order to assess the anti-tumor immunity generated by DNA vaccines expressing hCRTEGE7
and hCRTEGBE7L2, we performed an in vivo tumor protection assay. C57BL/6 mice (5 per
group) were immunized intradermally with the various DNA vaccines via gene gun twice at a
one-week interval. Seven days after the last immunization, the mice were challenged
subcutaneously with 5 x 104/mouse of TC-1 tumor cells. Tumor growth was monitored by
visual inspection and palpation twice a week. As shown in Figure 4A, immunization with DNA
vaccines expressing hCRTE6E7 and hCRTEGE7L2 induced a higher percentage of tumor-free
mice compared to immunization with the other DNA vaccines. In order to test the therapeutic
effects of vaccination with DNA vaccines expressing hCRTE6E7 and hCRTEGE7L2, we
challenged C57BL/6 mice (5 per group) intravenously with 1 x 104/mouse of TC-1 cells. Three
and ten days later, the mice were treated intradermally with the various recombinant DNA
vaccines via gene gun. Mice were sacrificed 28 days after tumor challenge and the numbers
of pulmonary tumor nodules were quantified and compared. As shown in Figure 4B, there was
a significant reduction in the number of pulmonary tumor nodules of mice treated with DNA
vaccines expressinghCRTEGE7 and hCRTEGE7L 2 compared to the mice treated with the other
DNA vaccines (p<0.01). Thus taken together, our data suggest that mice vaccinated with the
DNA vaccines expressing hCRTEG6E7 or hCRTEGE7L2 generate significant anti-tumor effects
against E6/E7 expressing tumors.

Vaccination with DNA vaccines expressing hCRTEGE7L2 generates significant levels of L2-
specific neutralizing antibody responses

In order to determine the antibody levels against L2 obtained in the mice vaccinated with the
various DNA vaccines, we performed ELISA using full length L2 protein. C57BL/6 mice (3
per group) were vaccinated intradermally via gene gun or intramuscularly with the various
recombinant DNA vaccines. ELISA analysis was performed to determine the levels of L2-
specific antibody in vaccinated mice. As shown in Figure 5A and B, there was a significant
level of L2-specific antibody response in the mice vaccinated with DNA vaccine expressing
hCRTE6E7L2 intradermally via gene gun or intramuscularly compared to that in mice
vaccinated with DNA vaccine expressing hCRTEGE7. Furthermore, L2-specific antibody
responses in mice vaccinated with the hCRTEGE7L2 DNA were comparable to the L2-specific
antibody responses in mice vaccinated with 4a-L2 or 4a-hCRTL2 DNA (p>0.05). In addition,
the L2-specific antibody responses in the mice vaccinated intramuscularly were comparable
to that in mice vaccinated intradermally. Thus, our data suggest that mice vaccinated with the
DNA vaccine expressing hCRTEGE7L2 are capable of generating significant levels of L2-
specific antibody in vaccinated mice.

In order to determine the neutralizing antibody responses against HPV-16 pseudovirion
infection in mice vaccinated with the various DNA vaccines, we performed neutralization
assays using HPV-16 pseudovirions. C57BL/6 mice (3 per group) were vaccinated either
intradermally via gene gun or intramuscularly with the various recombinant DNA vaccines.
As shown in Figure 6A and B, there was a significant neutralizing antibody response in mice
vaccinated with DNA vaccine expressing hCRTE6E7L2 compared to that in mice vaccinated
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with DNA vaccine expressing hCRTEGE7 (p<0.05). Furthermore, the neutralization activity
observed in mice vaccinated with the hCRTE6E7L2 DNA was comparable to that in mice
vaccinated with 4a-L2 DNA or 4a-hCRTL2 DNA. Interestingly, intramuscular administration
of the DNA vaccines showed that vaccination with hCRTEGE7L2 DNA generated a slightly
lower titer of HPV-16 neutralizing antibodies compared to vaccination with 4a-L2 DNA
vaccine. Thus, our data suggest that \CRTEGE7L2 DNA is capable of generating significant
levels of neutralizing antibody responses in vaccinated mice.

Discussion

In the current study, we have created an HPV DNA vaccine encoding calreticulin linked to
HPV16 early proteins, E6 and E7 and the late protein L2 (hRCRTE6E7L2). Our data indicated
that vaccination with hCRTE6E7L2 DNA vaccine was capable of generating a potent E6/E7-
specific CD8+ T cell immune response and resulted in a significant therapeutic effect against
E6/E7 expressing tumor cells. Furthermore, our data suggested that vaccination with
hCRTEG6E7L2 generated significant L2-specific neutralizing antibody responses against
pseudovirion infection. Thus, we have created a potentially promising preventive and
therapeutic HPV-16 DNA vaccine. Our data serves as an important foundation for future
clinical translation. Currently, a therapeutic HPV DNA vaccine, pPNGVL4a-hCRTE7 using the
clinical grade gene gun device is being prepared for phase I clinical trials in patients with stage
1B1 HPV-16 positive cervical cancer (Trimble, personal communication). The current study
represents a further advancement of studies using hCRTE7 because the vaccine used in our
current study targets both E6/E7 as well as L2.

For future clinical translation, it is necessary to address the safety concerns regarding the
potential for oncogenicity associated with administration of E6 and E7 as DNA vaccines into
the body. Thus, it is important to use attenuated (detox) versions of E6 and E7 that have been
mutated. It has been demonstrated that a mutation at E7 position 24 and/or 26 will disrupt the
Rb binding site of E7, abolishing the capacity of E7 to transform cells [32]. Furthermore,
mutation at E6 positions 63 or 106 has been shown to destroy several HPV-16 E6 functions,
preventing the mutated E6 protein from immortalizing human epithelial cells [33,34]. The
constructs used in the current study employ attenuated (detox) forms of E6 and E7, thus
eliminating any safety concerns that may arise.

Since the E6 and E7 proteins represent the ideal targets for the development of HPV therapeutic
vaccines, DNA vaccines targeting both E6 and E7 may generate a more potent immune
response and anti-tumor effect than those targeting either E6 or E7 alone. Indeed, a previous
study by Peng et al has demonstrated that simultaneous vaccination of C57BL/6 mice or HLA-
A2 transgenic mice with both CRT/E6 and CRT/E7 DNA vaccines generates significant E6-
and E7-specific T-cell immune responses in vaccinated mice. Furthermore, combined
vaccination with both CRT/E6 and CRT/E7 DNA generates significantly better therapeutic
antitumor effects against HPV E6- and E7-expressing tumors than vaccination with either CRT/
E6 DNA or CRT/E7 DNA alone [35]. These data suggest that it may be desirable to target both
E6 and E7 to generate better therapeutic effect against E6/E7 expressing tumors.

The data generated in the current study suggests that the gene gun-based immunization
technique may generate higher number of antigen-specific CD8+ T cells compared to
intramuscular immunization, particularly in case of E6 antigen. This is in agreement with
previous studies by Trimble et al that indicate that vaccine administered via gene gun generated
the highest number of antigen-specific CD8+ T cells. In addition, DNA vaccination via gene
gun required the least dose to generate similar or slightly better antitumor effects compared to
needle intramuscular (i.m.) and biojector administrations [36]. Thus, our data suggest that DNA
vaccination via gene gun represents the most effective regimen for DNA administration.
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Our previous studies showed that DNA vaccines encoding CRT linked to several antigens
including HPV-16 EG6 [15], E7 [16] or SARS-Co-V [17] were capable of generating
significantly higher levels of antigen-specific antibody responses compared to DNA vaccines
encoding target antigen without linkage to CRT in vaccinated mice. However, in the current
study, we observed that vaccination with DNA vaccine encoding CRT linked to L2 or EGE7L2
generated only comparable levels of L2-specific antibody responses compared to vaccination
with DNA vaccines encoding wild-type L2. Thus, the strategy of employing CRT to enhance
the antigen-specific antibody responses in DNA vaccines in clearly depends on the nature of
the antigen. Although, the CRT strategy did not enhance the L2-specific antibody responses,
it did improve the antigen-specific CD8+ T cell-mediated immune response.

In summary, we have created a preventive and therapeutic HPV DNA vaccine that is capable
of generating significant antigen-specific therapeutic antitumor effects as well as neutralizing
antibody response against HPV pseudovirions. Our preclinical observations serve as an
important foundation for future clinical translation.
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Figure 1. Characterization of the expression of E6, E7 and L2 in DNA transfected cells

BHK 21 cells were transfected with 2 pg of the various DNA constructs, pNGVL4a,
PNGVL4a-L2, pNGVL4a-hCRT, pNGVL4a-hCRTL2, pNGVL4a-hCRTEGE7 or pNGVL4a-
hCRTEG6E7L2. Western blot analysis was performed using 50 ug of protein from the cell lysates
24 hours after transfection. Protein expression was determined using mouse anti-HPV 16 E6
(upper panel), E7 (middle panel) or rabbit anti-HPV L2 (lower panel) polyclonal antibody.
Western blot analysis showing the expression of HPV 16 E6, E7 and L2 proteins in BHK 21
cells transfected with each of the six DNA constructs. The arrows indicate the molecular
weights. Note: Expression of E6 and E7 proteins were observed in the 4a-hCRTEGE7 (lane 5)
and the 4a-hCRTEGE7L2 (lane 6) constructs. Expression of L2 protein was observed in the
4a-L2 (lane 2), 4a-hCRTL2 (lane 4) and the 4a-hCRTEGE7L2 (lane 6) constructs.
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Figure 2. Characterization of IFNy-secreting E6-specific CD8+ T cell precursors in mice vaccinated
with recombinant DNA vaccines

One set of C57BL/6 mice (3 per group) was immunized intradermally via gene gun with 2pg
per mouse of the various recombinant DNA vaccines four times with one-week intervals.
Another set of C57BL/6 mice (3 per group) was immunized intramuscularly with 50ug per
mouse of the various recombinant DNA vaccines four times with one-week intervals. The
splenocytes from vaccinated mice were incubated with H-2KP-restricted E6 CTL peptide (aa
50-57) overnight. Determination of the E6-specific CD8+ T cells was performed by
intracellular IFN-y staining followed by flow cytometry analysis. A) Representative flow
cytometry data showing the number of E6-specific IFNy+ CD8+ T cells in the mice vaccinated
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either intradermally via gene gun (left panel) or intramuscularly (right panel) with the various
DNA vaccines. B) Bar graph showing the number of E6-specific IFNy+ CD8+ T cells from
mice immunized intradermally with the various DNA vaccines via gene gun with (shaded bars)
or without (empty bars) stimulation with the E6 peptide. The data was shown as meanzs.d.
(p<0.05). C) Bar graph showing the number of E6-specific IFNy+ CD8+ T cells from mice
immunized intramuscularly with the various DNA vaccines with (shaded bars) or without
(empty bars) stimulation with the E6 peptide. The data was shown as meanzs.d.(p<0.05).
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Figure 3. Characterization of IFNy-secreting E7-specific CD8+ T cell precursors in mice vaccinated
with recombinant DNA vaccines

One set of C57BL/6 mice (3 per group) was immunized intradermally via gene gun with 2pg
of the various recombinant DNA vaccines four times with one-week intervals. Another set of
C57BL/6 mice (3 per group) was immunized intramuscularly with 50ug of the various
recombinant DNA vaccines four times with one-week intervals. The splenocytes from
vaccinated mice were incubated with H-2DP-restricted E7 CTL peptide (aa 49-57) overnight.
Determination of the E7-specific CD8+ T cells was performed by intracellular IFN-y staining
followed by flow cytometry analysis. A) Representative flow cytometry data showing the
number of E7-specific IFNy+ CD8+ T cells in the mice vaccinated either intradermally via
gene gun (left panel) or intramuscularly (right panel) with the various DNA vaccines. B) Bar
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graph showing the number of E7-specific IFNy+ CD8+ T cells from mice immunized
intradermally with the various DNA vaccines via gene gun with (shaded bars) or without
(empty bars) stimulation with the E7 peptide. The data was shown as meanzs.d. (p<0.05).
C) Bar graph showing the number of E7-specific IFNy+ CD8+ T cells from mice immunized
intramuscularly with the various DNA vaccines with (shaded bars) or without (empty bars)
stimulation with the E7 peptide. The data was shown as mean#s.d. (p<0.05).
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Figure 4. In vivo tumor protection and treatment experiments

A) In vivo tumor protection experiment. C57BL/6 mice (5 per group) were immunized
intradermally with the various DNA vaccines via gene gun twice with a one-week interval.
Seven days after the last immunization, the mice were challenged subcutaneously with 5 x
10% /mouse of TC-1 tumor cells. Tumor growth was monitored by visual inspection and
palpation twice a week and examined by Kaplan-Meier analysis. B) Bar graph depicting the
quantification of the number of pulmonary nodules in mice treated with the various DNA
vaccines. C57BL/6 mice (5 per group) were challenged with 1 x 104/mouse of TC-1 cells via
tail vein. Three and ten days later, the mice were treated intradermally with the various
recombinant DNA vaccines via gene gun. Mice were sacrificed 28 days after tumor challenge
and the numbers of pulmonary tumor nodules were quantified and compared. The data was
shown as mean£SE. (p<0.01).
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Figure 5. Characterization of antibody levels against full length L2 protein by ELISA

One group of C57BL/6 mice (3 per group) was immunized intradermally via gene gun with
2ug of the various recombinant DNA vaccines four times with one-week intervals. Another
group of C57BL/6 mice (3 per group) was immunized intramuscularly with 50ug of the various
recombinant DNA vaccines four times with one-week intervals. ELISA analysis was
performed to determine the L2-specific antibody responses in vaccinated mice. A) Bar graph
depicting the L2-specific antibody responses in mice vaccinated intradermally with the various
DNA vaccines via gene gun. B) Bar graph depicting the L2-specific antibody responses in mice
vaccinated intramuscularly with the various DNA vaccines. The results from 1: 100, 1:500 and
1:1000 dilutions are represented, showing mean absorbance (OD 450 nm) + s.d. The data
collected from all of the above experiments are from one representative experiment of two
performed. Serum from rabbit vaccinated with L2 as standard control.
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Figure 6. Neutralization assays using HPV-16 pseudovirion

Graphical representation of the neutralization activity in mice vaccinated with the various DNA
vaccines. One set of C57BL/6 mice (3 per group) was immunized intradermally via gene gun
with 2ug of the various recombinant DNA vaccines four times with one-week intervals.
Another set of C57BL/6 mice (3 per group) was immunized intramuscularly with 50ug of the
various recombinant DNA vaccines four times with one-week intervals. Neutralizing assays
were performed using HPV-16 pseudovirion to determine the L2-specific neutralizing antibody
responses in vaccinated mice. RG1 is the 17-36aa anti-peptide serum that is used as a positive
control antibody that generates a neutralizing response. B6l is the non-neutralizing negative
control antibody.
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