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Human papillomavirus (HPV) is an epitheliotropic virus that is the primary causal agent for cervical
cancer. Langerhans cells (LC) are skin antigen presenting cells that are reduced in number in HPV-
infected skin. The aim of this study was to understand the immune-modulatory effects of HPV16 E7 on
LCand on the CD8T cell response to a skin-expressed antigen. To test this, HPV16 E7 was expressed in
mouse skin keratinocytes with the model antigen ovalbumin (Ova). Similar to what is observed in HPV-

. infected human skin, LC numbers were significantly reduced in E7-expressing mouse skin. This shows

. that expression of the E7 protein alone is sufficient to mediate LC depletion. Expression of E7 with Ova
in keratinocytes strongly suppressed the Ova-specific CD8* T cell response in the skin draining lymph

: node. When tested in LC-ablated mice, the CD8T cell response to skin-expressed Ova in control mice

. was not affected, nor was the T cell response to Ova restored in E7-expressing skin. These data indicate

. aroleforE7in regulation of LC homeostasis in the skin and in suppression of antigen specific CD8 T cell
expansion, but suggest that these two effects occurindependent of each other.

Human papillomavirus (HPV) is an epitheliotropic virus that is the primary etiological agent of cervical cancer'?.
. The high-risk genotypes 16 and 18 are most prevalent worldwide and are detectable in more than 75% of all cer-
. vical tumours®. It has been established that continuous expression of the E6 and E7 oncoproteins is necessary to
: maintain a transformed phenotype during cervical carcinogenesis'. There is an increasing body of evidence that
E6 and E7 also contribute to HPV evasion of the host immune response*.

HPV infections are very common, especially among sexually active individuals. It is estimated that 50 to 80%
of sexually active men and women acquire HPV infections throughout their lives®. Although the prevalence of
HPYV is high, the majority of infections do eventually resolve, generally within 2 years. Around 10-20% of the
HPV-infected individuals fail to clear the virus effectively and remain HPV DNA positive. Individuals with per-
sistent infections with high-risk types have a much greater chance of progression to high-grade CIN and invasive
carcinoma®’.

Lesion regression is associated with activation of an adaptive immune response to HPV, with CD8 and CD4 T

. cells likely being the major effector cells mediating the response®. CD8 T cell activation is contingent on presenta-
. tion of viral antigens by professional antigen presenting cells (APC) and typically is dependent on three signals:
: APC presentation of peptide with MHCI to the T-cell receptor on the T cell, interaction between co-stimulatory
molecules on the APC with respective ligands on the T cell, and inflammatory cytokine secretion (including
IL-12) by the APC’.
Persistence of viral infection is primarily attributed to the absence of an effective immune response that is
. likely contributed to by poor presentation of viral antigens. HPV is non-cytolytic and infection is restricted to
. keratinocytes (KC), both factors that may limit the availability of antigen for presentation to T cells. The profes-
. sional APCs resident at the site of HPV infection are Langerhans cells (LC), which, because of their location, are
considered likely to be important for immune modulation of HPV infection and HPV-induced lesions. However
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Figure 1. The number of LC is reduced in HPV16 E7 expressing epidermis. Lang-DTR mice were injected
intradermally beneath the ear skin with either 1 x 107 K14 E7 Luc/Ova or K14 E7rev Luc/Ova lentivirus
particles, or treated with PBS. Ten days following transduction, in vivo bioluminescence imaging was carried
out to measure luciferase gene expression. Representative images show comparable bioluminescence signal
from K14 E7 Luc/Ova (a) and K14 E7rev Luc/Ova (d) expressing keratinocytes in both groups and no signal
from the PBS control group (g). Epidermal sheets were prepared from the transduced mouse ear skin and
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stained with anti-CD207-conjugated Alexa-546, to visualize LC. Red stained LC within the transduced area
of K14 E7 Luc/Ova (b), K14 E7rev Luc/Ova (e) and PBS control groups (h) are shown and enlarged regions
are depicted in (c), (f) and (i) respectively. Scale bars, 50 pm. Individual epidermal LC numbers are shown
graphically (m), with the median depicted for each group (n=3-4 per group); *P < 0.05 (Mann-Whitney U).
LC numbers in ear skin were confirmed using flow cytometry. The gating strategy used to determine the
percentage of LCs from ear cell suspensions is shown. Single cell suspensions of epidermal cells were
distinguished using forward and side scatter (j), a gate applied to single cells (k) and double positive CD207*
and GFP* LC were gated (1). The percentage of LC in the gated population is shown graphically (n), as is the
mean for each group (n=5/6 per group); *P < 0.05 **P < 0.01 (Mann-Whitney U).

their role in presentation of HPV antigens is challenging to test directly in the immunologically well-defined
mouse system, as HPV has a strict tropism to humans.

There is evidence supporting HPV interference of antigen presentation. Langerhans cell homeostasis is reg-
ulated in HPV infected lesions, resulting in a net loss of LC at the site of infection!?. HPV also interferes with
antigen presentation and processing machinery''2, and alters chemokine and cytokine expression by LC!*!4,

The purpose of this study is to determine if expression of HPV16 E7 in basal and suprabasal keratinocytes
is sufficient to regulate LC homeostasis and function in vivo, and the CD8 T cell response to a skin-expressed
antigen. We show that, comparable to human infected skin, LC numbers are reduced in E7-expressing mouse
skin. In addition, co-stimulatory molecule expression on LC from E7-expressing skin is increased. We found that
HPV16 E7 strongly suppresses antigen specific T cell proliferation to co-expressed ovalbumin (Ova). Perhaps
surprisingly, depletion of LC from control or E7 expressing skin did not alter the magnitude of the T cell response.
This suggests that LC are not essential for activation of the T cell response, nor are they required for E7-mediated
suppression of the T cell response to skin-expressed antigen.

Results

The frequency of LC is decreased in the ear of mice transduced with HPV16 E7. We wished to
determine if expression of E7 is sufficient to mediate the reduction in LC observed in human HPV-infected skin.
To test this E7, or E7 cloned in reverse, and luciferase, regulated by the same K14 promoter region, were expressed
in Lang-DTR transgenic mouse (without DT treatment) ear skin in vivo. Expression of the transduced genes over
time was determined by measuring the bioluminescence signal emitted by the luciferase reporter, following injec-
tion of luciferin. Comparable levels of luciferase expression were observed up to day 14 (Supplementary Fig. 1).

Epidermal sheets were harvested from E7 expressing epidermis and control skin transduced with E7 cloned in
reverse at day 10, and stained with an antibody specific for langerin/CD207. Expression of the transduced genes
at day 10 was confirmed by measuring the bioluminescence signal (Fig. 1a,d,g). Consistent with what has been
observed in human skin infected with HPV16, there was a significant decrease (P < 0.05, Mann-Whitney U)
in the number of LC in HPV16 E7 expressing skin when compared with luciferase expressing control epi-
dermis (Fig. 1b,c,e,f,h,i and m). To ensure that expression of luciferase alone did not affect LC number,
luciferase-expressing ear skin was compared to PBS control skin and LC density was determined to be compara-
ble (Fig. Im).

To further confirm those data, single-cell suspensions of ear skin cells from Lang-DTR mouse skin (without
DT treatment) expressing E7 and luciferase, E7rev and luciferase, or a PBS injected control were prepared, cells
stained with anti-CD207 and the LC enumerated using flow cytometry. The population of cells was gated using
forward and side scatter, and a single cell gate applied. LCs were additionally identified by green fluorescent
protein (GFP) positivity (Fig. 1k,1), as the Lang-DTR mice express GFP regulated by the langerin promoter?*. In
agreement with the results from the immunohistochemistry analysis, there were significantly fewer (P < 0.05,
M-W U) CD207+GFP* LC in E7 and luciferase-expressing epidermis compared to luciferase expressing control
skin or PBS injected skin (Fig. 1n). Taken together, these results clearly demonstrate that expression of HPV16 E7
in KC is sufficient to cause a significant reduction in the number of LC resident in the epidermis.

Expression of co-stimulatory molecules on LC from HPV16 E7-transduced skin. The reduction
of the quantity of LC in the E7-transduced mice prompted us to investigate the activation status of the remaining
skin-resident LC. LC that reside in the skin are immature; they typically express low levels of the co-stimulatory
molecules CD40, CD80, CD83 and CD86, and have the capacity to take up antigen and process antigen. On
activation, LC migrate from the epidermis to the lymph node, undergoing maturation, and expressing increased
levels of MHCII and co-stimulatory markers!'®'”. To test if the activation state of the skin-resident LC is altered
when E7 is expressed in the epidermis, surface expression of CD40, CD80 and CD83 on the LC purified from
K14 E7 Luc/Ova and K14 E7rev Luc/Ova transduced skin was measured. Overall, there was a modest increase in
expression of CD80 (P < 0.05, M-W U) on LC harvested from the HPV16 E7 expressing epidermis when com-
pared with skin transduced with the E7 gene in the reverse orientation (Fig. 2), but no change in CD40 or CD83.
We note that the LC from ear skin transduced with lentiviral vectors also had a modest increase in CD40 and
CD80 expression (P < 0.005: M-W U) relative to ears that had been injected with PBS. Overall, co-stimulatory
molecule expression was not at a level consistent with the multiple-fold increases typically seen on activated LCs
from the lymph nodes, indicating only limited activation of LC in E7-transduced skin.

HPV16 E7 suppresses CD8* T cell response against expressed ovalbumin. To test the hypothesis
that E7 expression results in impaired T cell responses to co-expressed antigen, we directly measured the OT-I
CD8" T cell proliferative response against Ova co-expressed with HPV16 E7 transduced epidermal KC. Firstly
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Figure 2. Co-stimulatory marker expression on LC from K14 E7 expressing mouse skin is increased.
Lang-DTR mice were injected i.d. beneath the ear skin with 5 x 10° K14 E7 Luc or K14 E7rev Luc lentivirus
particles, or with PBS. Ten days following transduction, epidermal ear suspensions were prepared and analyzed
by flow cytometry. (a) The gating strategy applied to identify the single, CD207, GFP positive cells that were
analysed for co-stimulatory molecule expression. (b) Surface expression of CD40, CD80, and CD83 on LC was
analyzed. Representative histograms are shown for a minimum of 5 mice in each group. The shaded histograms
correspond to isotype control staining. (c) The geometric mean fluorescence intensity (MFI) of CD40, CD80,
and CD83. Lines show the median for at least 5 mice per group. *P < 0.05; **P < 0.01 (Mann-Whitney U).

we confirmed that comparable amounts of Ova were expressed in equivalent numbers of skin cells transduced
with either the K14 E7 Luc/Ova or the K14 E7rev Luc/Ova lentivirus by western blot (Fig. 3a). We then measured
the proliferative response to skin expressed Ova. Evidence of in vivo proliferation of the OT-I T cells was read-
ily detected in response to Ova expressed in non-DT treated LangDTR mice transduced with K14 E7rev Luc/
Ova (Fig. 3b-d). In contrast, when E7 was co-expressed with Luc/Ova, there was a pronounced and significant
decrease (P < 0.01; M-W U test) in Ova-specific CD8" T cell proliferation. From these data we concluded that
expression of E7 in basal KC impaired the CD8 T cell response to a co-expressed antigen.

HPV16 E7 down-regulation of the CD8" T cell response can occur independently of LC.
Evidence supports LC priming of a CD8" T cell response in vitro'®!® and in vivo®. However the role of LCs
in activation of an immune response has been a source of debate, with some workers maintaining that these
antigen-presenting cells are predominantly tolerogenic?. We therefore wished to establish if LCs contribute to
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Figure 3. The in vivo T cell proliferative response to Ova in the draining lymph node is reduced in mice
expressing K14 E7 in the epidermis. Lang-DTR mice were injected i.d. beneath the ear skin with 1 x 107
K14 E7 Luc/Ova, or K14 E7rev Luc/Ova lentivirus particles, or PBS. Seven days post transduction, 4 x 10°
CFSE-labelled CD45.1 OT-I cells were adoptively transferred into each mouse intravenously. Five days after
transfer, ear skin was harvested and expression of the Ova in the epidermis, and the actin loading control,
was determined by western blot. Densitometry was carried out to quantify the amount of protein for each
of the bands. The density relative to the loading control is shown for triplicate samples (a). The cervical
draining lymph nodes were recovered, and analysed by flow cytometry to determine the proliferation of

the CFSE-labelled CD45.1, CD8" OT-IT cells. The gating strategy used to identify those cells is shown in
(b). Representative dot plots of proliferating CFSE-labelled OT-1 T cells are shown for each group (c). The
percentage (mean &+ SEM) (d) and absolute number (mean & SEM) (e) of CD45.1 OT-I proliferating cells are
shown. n=5; *P <0.05, **P < 0.005 (Mann-Whitney U).
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Figure 4. Suppression of the T cell in vivo proliferative response to Ova co-expressed with E7 in the skin of
the Lang-DTR mouse is not restored when LC are depleted. The experimental outline is shown schematically
(a). To confirm depletion LCs and retention of CD103", Langerin® DCs following DT treatment, epidermal
sheets stained for CD207 (red), and tissue sections were stained with CD103 (green), CD207 (red), and DAPI.
(b); Scale bars, 50 pm. Cervical-draining lymph nodes were recovered five days after CFSE-labelled OT-1 cells
were adoptively transferred into mice. Single cell suspensions were analysed by flow cytometry for CFSE-
labelled CD45.1 OT-I T-cell proliferation. The gating strategy used to identify CD45.1%, CD8" single cells

is shown (c). Representative dot plots are shown for each group (d). The percentage (mean + SEM) (e) and
absolute numbers (mean £ SEM) (e) of CD45.1 OT-I proliferating cells are shown. n = 5; ns, not significant
(Mann-Whitney U).
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activation of the CD8 T cell response to Ova expressed in KC, and to determine if LCs contribute to the suppres-
sion of the Ova response that we observed when E7 was co-expressed with Ova in KC.

To address this, we administered DT to the Lang-DTR transgenic mouse, to selectively deplete langerin pos-
itive cells!>?2%. At the 1 pg DT dose used here, rapid depletion of LC and langerin positive DCs occurs. The DC
subsets are gradually restored after day 5, whereas the LCs are not fully restored until 6 weeks after treatment'.
Lang-DTR mice (5 mice/group) were treated with DT 6 days prior to lentivirus transduction or left untreated,
as outlined in the Fig. 4a. Immunofluorescence staining of ear skin (sheets and skin sections) for langerin pos-
itive cells was carried out at day 6 post-DT treatment to determine if LCs and/or dermal DC had repopulated
the ear skin. We readily found CD2077CD103" dermal dendritic cells at day 6, but the epidermis remained
devoid of the CD207* langerin positive cells at that time (Fig. 4b). We also examined sectioned ear skin at day 18
(Supplementary Fig. 2) and similarly did not detect LC in the epidermis, but could detect langerin positive cells
in the dermis at that time.

DT treated LangDTR mice were transduced either with K14 E7 Luc/Ova or K14 E7rev Luc/Ova lentivirus,
or injected with PBS only. Seven days post-transduction, when LC remained depleted but langerin* dermal DC
restored, CFSE-labelled CD45.1 OT-I cells were adoptively transferred into the mice. Cervical lymph nodes were
harvested 5 days later and pooled, and the proliferation of the transferred live, CD8+ CFSE-labelled CD45.1 OT-I
cells (Fig. 4c) was measured.

Consistent with our other data, there was robust proliferation of OT-I transgenic cells from the ear-draining
lymph nodes of mice transduced with K14 E7rev Luc/Ova (Fig. 4d,e). LCs did not appear to be necessary for the
CDB8 T cell response to Ova, as depletion of LCs prior to transduction did not alter the magnitude of the prolif-
erative response. Similarly, these experiments confirmed our data showing that there was a significant decrease
in Ova-specific CD8* T cell proliferation in mice transduced with K14 E7 Luc/Ova. Again, LC depletion did not
significantly alter, and did not restore, the proliferative response to that of the E7rev lentiviral transduced skin.
These results indicate that LC depletion did not alter the CD8" T cell response to Ova expressed in skin KC and
furthermore did not restore the CD8" T cell response in mice transduced with E7 and Ova.

Discussion

It has previously been reported that LC numbers are reduced in HPV16 infected skin, which was proposed to
contribute to evasion of immunity by the virus?*-2°. Here we show that expression of E7 oncoprotein of HPV16
results in reduced LC density in the epidermis, activation of residual LC, and suppression of draining lymph node
T cell proliferation to co-expressed antigen in the skin. Importantly, our data show that expression of HPV16 E7,
in the absence of other HPV 16 proteins, is sufficient to cause these effects.

Expression of the adhesion molecule E-cadherin on both KC and LC is required for retention of LC within
the epithelium?”?8. Expression of E-cadherin on the basal and suprabasal KC in HPV-infected biopsy specimens
is significantly decreased when compared to normal tissue and directly correlates with reduced LC number®>%.
E-cadherin expression is down-regulated on HPV16 E7°%3! or E6* expressing human and mouse (data not
shown) KC in vitro, and co-expression of these proteins further reduces E-cadherin expression®2. E7-induced
down-regulation of E-cadherin may contribute to the reduced LC density we observe in this study.

We have previously examined LC density in the K14 E7 transgenic mouse and found that there was an overall
increase in the number of LC in K14 E7 mouse skin, and that the LCs were at least partially activated®. We pro-
pose that LC density and activation status differs between these two models as a result of secondary effects of the
skin microenvironment that are consequential of E7 expression. Long-term expression of E7 in the K14 E7 trans-
genic mouse causes skin hyperplasia and chronic inflammation. These characteristics are shared by high-grade
HPV lesions in humans®, in which increased numbers of LC are typically found. In contrast, there is no evidence
of inflammation or hyperplasia when E7 is expressed in the lentivirus model. Chronically inflamed mouse skin is
populated by short-term LCs that differentiate from infiltrating Gr-1" macrophages®, which would account for
the overall increase in LC number in the skin that was observed in the K14 E7 transgenic mouse. In contrast, the
overall reduction in LCs in the E7 transduced skin is suggestive of the loss of the long-term LCs. The difference
in LC regulation in the two models therefore could be accounted for if long-term but not short-term LC are reg-
ulated by E7 expression in the skin.

LCs in the skin maintain skin-resident regulatory T cells (Treg)*, mediating tolerance. Treg maintenance
by LCs is dependent on MHCII and is associated with somewhat increased expression of CD86 but no change
in CD80 or CD83%7. Although we did not measure CD86 in this study, CD86 is increased on LCs in the K14 E7
mouse, and peripheral CD8 T cell suppression is mediated by Tregs in that model*®. In the human, residual LCs
can be found in patches in HPV6/11-infected tissue and frequently co-localise with Treg?, suggestive of a role for
LCs in Treg maintenance.

Here we show that E7 expression impairs the CD8 T cell response. The almost complete ablation of CD8 T
cell proliferation to antigen co-expressed with E7 in epidermal KC is consistent with T cell suppression observed
in the K14 E7 transgenic mouse. In that model the suppression is sufficient to prevent rejection K14 E7 mouse
skin when transplanted onto a syngeneic immune competent mouse®+. Several regulatory effects of E7 may
contribute to the ablation of the T cell response to antigen co-expressed with E7 in the skin. CD8 T cell activa-
tion requires peptide to be presented with MHC I, which engages with the T cell receptor. HPV16 E7 represses
the MHC I promoter, and reduces transporters of antigenic peptides (TAP) 1 and low molecular weight protein
(LMP) 2 promoter activity to a lesser degree*!. Reduced expression of MHC I'>*2, TAP1 and TAP2, and pro-
teosome subunits LMP2 and LMP7 has been confirmed in lesions from patients with cervical carcinoma!!!2,
HPV16 E7 also modulates chemokines crucial for the induction of the antiviral CD8 T cell response**. Monocyte
chemoattractant protein 1 (MCP1), important for infiltration of immune cells to the site of infection, is decreased
in the HPV-infected cells'*, and interleukin 8 (IL-8), a potent chemoattractant for T lymphocytes and neutrophils,
is down-regulated by E7".
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Figure 5. Schematic representation of lentiviral vectors used in the study. Linear maps of the insertion
sequences encoding E7 or E7-rev and luciferase (a), or ovalbumin (b), are shown.

Depending on their environment, LC antigen presentation can generate activating or tolerising T cell
responses*!. LC have the capacity to migrate to the lymph node and to cross-present skin antigens in vitro, acti-
vating CD8 T cell responses?’, and are able to prime CD4 T cells**. We predicted that loss of many of the LC
in HPV infected skin would reduce the likelihood of LC priming of T cells, thereby contributing to evasion of
immunity by the virus. However our work shows that LC are non-essential for activation of the lymph node CD8
T cell response to skin expressed antigen, and that any remaining LC in E7 expressing epidermis are dispensable
for the observed suppression of CD8 T cell responses in the lymph node.

The role of LC in the activation of the immune response to skin-expressed antigen remains controversial.
Based on in vitro data, evidence strongly supports the ability of LC to cross-present antigen to T cells to acti-
vate the immune response®’. More recently, several groups have shown that cross-presentation of skin-expressed
antigen can occur in the absence of skin LC*. Langerin® CD103* dermal DCs are considered the key cells that
cross-present antigens expressed by keratinocytes*®*’. In HPV-infected lesions, dermal DCs are more concen-
trated immediately beneath the epidermis along the dermo-epidermal junction®. The requirement for der-
mal DCs in presentation of HPV antigens in vivo has not yet been demonstrated, however the lack of effect of
LC-depletion on T cell proliferation in our study does implicate these cells in presentation of skin-expressed anti-
gen to lymph node T cells. If that is the case, the suppressive effects of E7 are likely to extend to cells that are in the
local microenvironment but are not in direct contact with the E7-expressing KC. The density and distribution of
the dermal dendritic cells is reduced in patients with persistent HPV-induced anogenital lesions®, indicating that
dDC may be modulated by HPV. If this is an E7-mediated effect, the loss of dermal DC potentially may contribute
to the T cell suppression we observed, and this may impair immunity to HPV.

Collectively, our observations show that expression of the HPV16 E7 protein in KC is sufficient to reduce
the number of LC in the epidermis. Although we speculate that LC depletion may contribute to suppression of
the immune response to HPV, we provide clear evidence that LC are not required to suppress antigen specific
CD8 T cell responses in the skin draining lymph nodes. These data suggest that E7 instead may regulate the
dermal cross-presenting APC, the CD103" (mouse) or CLEC9a™ (human) langerin positive dermal dendritic
cells, which may result in tolerogenic antigen presentation in the draining lymph nodes®?. The altered activation
status of the remaining LCs may have other effects, such as maintenance of skin resident Tregs. It will be critical to
determine how antigen presentation occurs in HPV infection, as its regulation may determine viral persistence,
the activation of an effective immune response and ultimately viral clearance. The ability to develop therapeutic
interventions to trigger regression therefore could hinge on interventions that interfere with regulation by HPV
of skin APCs.

Materials and Methods

Construction and production of lentiviral vectors. All genetic modifications were approved by
the University of Otago Institutional Biosafety Committee and the New Zealand Environmental Protection
Agency. Methods were carried out in accordance with the approved guidelines. The lentiviral transfer vector,
PRRLSIN-cPPT-PGK-GFP-WPRE (hereafter pRRL-PGK-GFP), was provided by Dr. S. Hughes, Department
of Biochemistry, University of Otago and is described in Follenzi et al.>3. pRRL-K14-GFP was generated by
replacing the PGK promoter with the 2.1kb K14 promoter (expressed in basal and suprabasal keratinocytes®*)
following digestion with BamH]1 and Xhol. The 1.6kb Luc gene was amplified by PCR from pGL3 luciferase
reporter vector (Promega) using the primer pair F-5-CGCGGATCCATGGAAGACGCCAAAAAC-3' and
R-5" GCGTGTCGACTTACACGGCGATCTTTCC-3'. pRRL-K14-GFP (linearized with BamH]1 and Sall)
was ligated with the Luc gene to generate pRRL-K14-Luc. An HPV16 E7-IRES fragment was ligated into
PRRL-K14-Luc linearized with BamH]1 and BgIII, to generate pRRL-K14-E7-IRES-Luc (Fig. 5a). To con-
struct its counterpart negative control, pRRL-K14-E7rev-IRES-Luc, E7 was cloned in the reverse orienta-
tion (E7rev). E7rev-IRES was generated by PCR (primer F-5'-GCAGATCTAATACCAAAGACTCTTGT-3'
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and R-5'-GCGGATCCTTTTTAACCTCGACTAAA-3’) and ligated into pRRL-K14-Luc (linearized with
BamH]1) to generate pRRL-K14-E7rev-IRES-Luc (Fig. 5a). The 1.1kb Ova gene was amplified by PCR
from pAC-Ova-neo (kind gift from Dr. M. Bevan, University of Washington, Seattle, WA, USA) using
F-5'-ATGGATCCATGGGCTCCATCGGCGCA-3’ and R-5'-CGTCGTCGACTTAAGGGGAAACACATCT-3'
and cloned into pRRL-K14-E7-IRES-Luc and K14-E7rev-IRES-Luc, linearized with BamH]1 and Sall to gen-
erate pRRL-K14-E7-IRES-Ova and pRRL-K14-E7rev-IRES-Ova, respectively (Fig. 5b). Replication deficient
lentiviruses were produced following transient co-transfection of 293TT cells with the pRRL-K14 transfer vec-
tors described above, the packaging plasmids pMDLg/pRRE, pRSV Rev and the VSVG plasmid (obtained from
Addgene, Cambridge, MA, USA). Supernatant was collected from cells 48 h and 72 h post transfection, filtered
through 0.45 pum filter, then centrifuged at 70 000 x g for 2 h. Virus titer determination was performed using a
real-time quantitative PCR (qPCR) as described in Barde et al. (2010).

Mice and lentivirus transduction.  Animal experiments were approved by the University of Otago Animal
Ethics Committee (Approval Number: AEC41/10). Methods were carried out in accordance with the approved
guidelines. Lang-DTR®® and CD45.1 x OT-I (hereafter; CD45.1 OT-I) mice used in this study were bred and
maintained under specific pathogen-free conditions in the Hercus Taieri Research Unit (HTRU), University of
Otago, New Zealand. Mice were anaesthetised with a mixture of Domitor (1 mg/kg), Ketamine (75 mg/kg) and
Atropine (0.05 mg/kg) and revived with Antisedan (1 mg/kg). A total of 1 x 107 lentivirus particles (1:1 mix of
5% 10° K14 Luc and 5 x 10° K14 Ova lentivirus particles) in 20 pl in PBS were injected intradermally (i.d.) into
each ear pinna. In experiments where luciferase expression only was measured, a total volume of 20 ul containing
5x 106 K14 E7 Luc or K14 E7rev Luc lentivirus particles was injected i.d. into the ear.

Preparation of epidermal sheets. Ears were split into dorsal and ventral halves, and skin was floated on
3.8% ammonium thiocyanate (ATC, Sigma-Aldrich) in 100 mM sodium phosphate for 20 min at 37 °C. After
20 min, epidermal and dermal sheets were separated using thin curved forceps.

Western blotting of epidermal sheets. Epidermal sheets were placed in a Dounce homogenizer and
disrupted in 50 mM Tris-HCI (pH 7.4), 1% Nonidet P-40, 0.25% sodium deoxycholate, 0.15M NaCl, 1 mM EGTA
and protease inhibitors. Cell lysates were collected and centrifuged at 10,000 x g for 5 min. The protein concen-
tration of the sample was determined using a Bradford BCA Quantification Kit (Pierce, Thermo Fisher Scientific)
according to manufacturer’s instructions. An equal quantity of protein for each sample was loaded onto a 4-12%
polyacrylamide gradient gel (ThermoFisher Scientific, MA, USA), and following electrophoresis samples were
blotted onto nitrocellulose using an iBlot Dry Blotting System (ThermoFisher Scientific, MA, USA), as per the
manufacturer’s protocol. The membrane was blocked in 5% bovine serum albumin (BSA) and 0.05% Tween-20,
in TBS (TTBS) overnight at 4 °C with agitation, then incubated with rabbit anti-Ova antibody (Sigma-Aldrich,
MO, USA), or goat anti-actin antibody (C-11, Santa Cruz Biotechnology Inc., TX, USA) diluted in 0.3% BSA in
TTBS for 2h at RT, with agitation. Following further washing, the membrane was incubated with goat anti-rabbit
IRDye 800CW or donkey anti-goat IRDye 680RD (LI-COR Biosciences, NE, USA) in 0.3% BSA in TTBS at
RT for 60 min. The membrane was washed and then imaged using the Odyssey Clx Imaging System (LI-COR
Biosciences, NE, USA).

Epidermal ear sheet staining and LC enumeration. Epidermal sheets were separated and fixed in ace-
tone for 15 min at RT, transferred to wells of a 24-well plate, washed in 1 ml of TBS containing 0.05% Tween for
10 min, then blocked in 1 ml of TBS containing 1% BSA for 5 min at RT. Sheets were incubated with an Alexa-546
labeled anti-CD207 antibody (Dendritics) diluted in TBS containing 1% BSA for overnight at 4°C. Sheets were
washed twice in TBS for 20 min on a shaking platform at RT, mounted with SlowFade Gold (Invitrogen) on slides
and examined using a BX51 (Olympus, France) fluorescence microscope. At least six fields (at 200 fold magni-
fication) within the transduced area were randomly selected and the LC enumerated. All measurements were
recorded using Image]J (http://rsbweb.nih.gov/ij) software.

Ablation of langerin-expressing cells in vivo. LCs were ablated from mouse epidermis by i.p. injection
with 1 pg of diphtheria toxin (DT) (Sigma-Aldrich, St Louis, MA, USA) in 100 ul PBS 6 days prior immunization'.

InvivoT cell proliferation assay. Cells were harvested from the spleen and lymph nodes of donor CD45.1
x OT-1 F1 mice, red blood cells lysed. The remaining cells were labeled with 0.625 .M CFSE (Sigma, MA, USA)
in PBS for 8 min at 37 °C, then washed and resuspended in PBS. CFSE-labeled cells (4 x 10°) were adoptively
transferred intravenously (i.v.) into the tail vain of each recipient mouse seven days following lentiviral vec-
tor injection. Five days later, cervical lymph nodes were harvested and single cell suspensions were prepared.
The total lymphocyte number was determined using a Z2 Coulter Counter Cell and Particle Counter (Beckman
Coulter, CA, USA). Cells were washed, incubated with allophycocyanin (APC)-conjugated anti-CD8a mAb (BD
Pharmingen, San Jose, CA, USA) and PerCP-conjugated anti-CD45.1 antibody, washed again and resuspended
in 0.5 ml FACS buffer (1% BSA and 0.1% sodium azide in PBS). Propidium iodide (PI; 1 pg/ml) was added to
samples prior to analysis by flow cytometry.

Processing of skin tissue for flow cytometry. Epidermal sheets were transferred into a 50 ml tube con-
taining 20 ml cDMEM and incubated in 37 °C with agitation for 30 min. Cells that were released from the tissue
were filtered through a 70 pm cell strainer, centrifuged at 450 x g for 5min at 4 °C, washed and resuspended
at 1 x 10 cells/ml in FACS buffer. The cells were incubated with anti-Fc (clone 2.4G2, BD Biosciences) then
with APC/Cy7-conjugated anti-CD40 (Biolegend, San Diego, CA, USA), Pacific Blue-conjugated anti-CD80
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(Biolegend) and APC-conjugated anti-CD83 antibodies (Biolegend). The cells were fixed and permeabilized using
a Fix & Perm kit (Invitrogen, MD, USA), according to manufacturer’s instructions, and incubated with 0.5 pg/ml
of PE-conjugated anti-CD207 antibody (Dendritics, Lyon, France). Cells were washed twice and resuspended in
FACS buffer prior to flow cytometric analysis.

Flow cytometric analysis. The cells were analyzed on FACScalibur or FACSfortessa flow cytometers
(Becton Dickinson, CA, USA). Lymphocytes were gated on forward scatter (FSC) and side scatter (SSC), and PI
positive (dead) cells were excluded from analysis. Unlabelled cells, PI-treated unlabelled cells and single-labelled
cells for each fluorescence channel were used to adjust the channel voltages and compensate for the spectral over-
lap between the fluorochromes. Flow]Jo version 9.5 (Treestar Inc, CA, USA) was for data analysis.

Statistical analysis. Comparisons between experimental groups were carried out using a Mann-Whitney U
(M-W U) test (Prism 5.0; GraphPad Software, CA, USA). P < 0.05 was considered statistically significant.

References

1. Jabbar, S. E et al. Cervical cancers require the continuous expression of the human papillomavirus type 16 E7 oncoprotein even in
the presence of the viral E6 oncoprotein. Cancer Res. 72, 4008-4016 (2012).

2. Walboomers, J. M. et al. Human papillomavirus is a necessary cause of invasive cervical cancer worldwide. J. Pathol. 189, 12-19
(1999).

. Ma, B, Xu, Y., Hung, C.-E. & Wu, T.-C. HPV and therapeutic vaccines: where are we in 2010? Curr. Canc. Ther. Rev. 6, 81-103 (2010).

4. Frazer, I. H. Interaction of human papillomaviruses with the host immune system: a well evolved relationship. Virology 384, 410-414
(2009).

. Brown, D. R. et al. A longitudinal study of genital human papillomavirus infection in a cohort of closely followed adolescent women.
J. Infect. Dis. 191, 182-192 (2005).

. Stanley, M. Immune responses to human papillomavirus. Vaccine 24, S16-522 (2006).

. Stanley, M. HPV-immune response to infection and vaccination. Infect. Agent. Cancer 5, 19 (2010).

. Hibma, M. H. The immune response to papillomavirus during infection persistence and regression. Open Virol. J. 6, 241-248 (2012).

. Curtsinger, J. M. & Mescher, M. F. Inflammatory cytokines as a third signal for T cell activation. Curr. Opin. Immunol. 22, 333-340

(2010).

10. Matthews, K. et al. Depletion of Langerhans cells in human papillomavirus type 16-infected skin is associated with E6-mediated
down regulation of E-cadherin. J. Virol. 77, 8378-8385 (2003).

11. Cromme, F. et al. Differences in MHC and TAP-1 expression in cervical cancer lymph node metastases as compared with the
primary tumours. Br. J. Cancer 69, 1176 (1994).

12. Keating, P. et al. Frequency of down-regulation of individual HLA-A and-B alleles in cervical carcinomas in relation to TAP-1
expression. Br. J. Cancer 72, 405 (1995).

13. Huang, S. M. & McCance, D. Down regulation of the interleukin-8 promoter by human papillomavirus type 16 E6 and E7 through
effects on CREB binding protein/p300 and P/CAE. J. Virol. 76, 8710-8721 (2002).

14. Kleine-Lowinski, K. et al. Selective suppression of monocyte chemoattractant protein-1 expression by human papillomavirus E6 and
E7 oncoproteins in human cervical epithelial and epidermal cells. Int. J. Cancer 107, 407-415 (2003).

15. Kissenpfennig, A. et al. Disruption of the langerin/CD207 gene abolishes Birbeck granules without a marked loss of Langerhans cell
function. Mol. Cell. Biol. 25, 88-99 (2005).

16. Mellman, I. & Steinman, R. M. Dendritic Cells: Specialized and Regulated Antigen Processing Machines. Cell 106, 255-258 (2001).

17. Romani, N. et al. Presentation of exogenous protein antigens by dendritic cells to T cell clones. Intact protein is presented best by
immature, epidermal Langerhans cells. J. Exp. Med. 169, 1169-1178 (1989).

18. Klechevsky, E. et al. Functional specializations of human epidermal Langerhans cells and CD14* dermal dendritic cells. Immunity
29, 497-510 (2008).

19. Ratzinger, G. et al. Mature human Langerhans cells derived from CD34" hematopoietic progenitors stimulate greater cytolytic T
lymphocyte activity in the absence of bioactive IL-12p70, by either single peptide presentation or cross-priming, than do dermal-
interstitial or monocyte-derived dendritic cells. J. Immunol. 173, 2780-2791 (2004).

20. Stoitzner, P. et al. Langerhans cells cross-present antigen derived from skin. Proc. Natl. Acad. Sci. USA 103, 7783-7788 (2006).

21. Romani, N. et al. Epidermal Langerhans cells - changing views on their function in vivo. Immunol. Lett. 106, 119-125 (2006).

22. Poulin, L. E. et al. The dermis contains langerin™ dendritic cells that develop and function independently of epidermal Langerhans
cells. J. Exp. Med. 204, 3119-3131 (2007).

23. Bursch, L. S. et al. Identification of a novel population of Langerin' dendritic cells. J. Exp. Med. 204, 3147-3156 (2007).

24. Leong, C. M., Doorbar, J., Nindl, I, Yoon, H. S. & Hibma, M. H. Loss of epidermal Langerhans cells occurs in human papillomavirus
alpha, gamma, and mu but not beta genus infections. J. Invest. Dermatol. 130, 472-480 (2010).

25. Matthews, K. et al. Depletion of Langerhans cells in human papillomavirus type 16-infected skin is associated with E6-mediated
down regulation of E-cadherin. J. Virol. 77, 8378-8385 (2003).

26. Jimenez-Flores, R. et al. High-risk human papilloma virus infection decreases the frequency of dendritic Langerhans’ cells in the
human female genital tract. Immunology 117, 220-228 (2006).

27. Tang, A., Amagai, M., Granger, L. G., Stanley, J. R. & Uddy, M. C. Adhesion of epidermal Langerhans cells to keratinocytes mediated
by E-cadherin. Nature 361, 6407 (1993).

28. Jakob, T. & Udey, M. C. Regulation of E-cadherin-mediated adhesion in Langerhans cell-like dendritic cells by inflammatory
mediators that mobilize Langerhans cells in vivo. J. Immunol. 160, 4067 (1998).

29. Hubert, P. et al. E-cadherin-dependent adhesion of dendritic and Langerhans cells to keratinocytes is defective in cervical human
papillomavirus-associated (pre)neoplastic lesions. J. Pathol. 206, 346-355 (2005).

30. Caberg, J.-H. D. et al. Silencing of E7 oncogene restores functional E-cadherin expression in human papillomavirus 16-transformed
keratinocytes. Carcinogenesis 29, 1441-1447 (2008).

31. Laurson, J., Khan, S., Chung, R., Cross, K. & Raj, K. Epigenetic repression of E-cadherin by human papillomavirus 16 E7 protein.
Carcinogenesis 31, 918-926 (2010).

32. D’Costa, Z.]. et al. Transcriptional repression of E-cadherin by human papillomavirus type 16 E6. PLoS One 7, €48954, doi: 10.1371/
journal.pone.0048954 (2012).

33. Abd Warif, N. M. et al. Langerhans cell homeostasis and activation is altered in hyperplastic human papillomavirus type 16 E7
expressing epidermis. PLoS One 10, e0127155, doi: 10.1371/journal.pone.0127155 (2015).

34. Castle, P. E. et al. An association of cervical inflammation with high-grade cervical neoplasia in women infected with oncogenic
human papillomavirus (HPV). Cancer Epidemiol. Biomarkers Prev 10, 1021-1027 (2001).

35. Sere, K. et al. Two distinct types of Langerhans cells populate the skin during steady state and inflammation. Immunity 37, 905-916
(2012).

w w

O 0 N

SCIENTIFICREPORTS | 6:34789 | DOI: 10.1038/srep34789 10



www.nature.com/scientificreports/

36. Clark, R. A. et al. Human squamous cell carcinomas evade the immune response by down-regulation of vascular E-selectin and
recruitment of regulatory T cells. J. Exp. Med. 205, 2221-2234 (2008).

37. Seneschal, J., Clark, R. A., Gehad, A., Baecher-Allan, C. M. & Kupper, T. S. Human epidermal Langerhans cells maintain immune
homeostasis in skin by activating skin resident regulatory T cells. Immunity 36, 873-884 (2012).

38. Narayan, S. ef al. Epithelial expression of human papillomavirus type 16 E7 protein results in peripheral CD8 T-cell suppression
mediated by CD4*CD25" T cells. Eur. J. Immunol. 39, 481-490 (2009).

39. Tindle, R. W. et al. Nonspecific down-regulation of CD8* T-cell responses in mice expressing human papillomavirus type 16 E7
oncoprotein from the keratin-14 promoter. J. Virol. 75, 5985-5997 (2001).

40. Doan, T. et al. Human papillomavirus type 16 E7 oncoprotein expressed in peripheral epithelium tolerizes E7-directed cytotoxic
T-lymphocyte precursors restricted through human (and mouse) major histocompatibility complex class I alleles. J. Virol. 73,
6166-6170 (1999).

41. Georgopoulos, N. T., Proffitt, J. L. & Blair, G. E. Transcriptional regulation of the major histocompatibility complex (MHC) class I
heavy chain, TAP1 and LMP2 genes by the human papillomavirus (HPV) type 6b, 16 and 18 E7 oncoproteins. Oncogene 19,
4930-4935 (2000).

42. Koopman, L. A., Corver, W. E., Van Der Slik, A. R., Giphart, M. ]. & Fleuren, G. J. Multiple genetic alterations cause frequent and
heterogeneous human histocompatibility leukocyte antigen class I loss in cervical cancer. J. Exp. Med. 191, 961 (2000).

43. Ramshaw, I. A. et al. Cytokines and immunity to viral infections. Immunol. Rev. 159, 119-135 (1997).

44. Romani, N., Brunner, P. M. & Stingl, G. Changing views of the role of Langerhans cells. J. Invest. Dermatol. 132, 872-881 (2012).

45. Furio, L., Briotet, I, Journeaux, A., Billard, H. & Peguet-Navarro, ]. Human langerhans cells are more efficient than CD14(—)
CD1c(+) dermal dendritic cells at priming naive CD4(+) T cells. J. Invest. Dermatol. 130, 1345-1354 (2010).

46. Romani, N, Clausen, B. E. & Stoitzner, P. Langerhans cells and more: langerin-expressing dendritic cell subsets in the skin. Immunol.
Rev. 234, 120-141 (2010).

47. Schuler, G. & Steinman, R. M. Murine epidermal Langerhans cells mature into potent immunostimulatory dendritic cells in vitro. J.
Exp. Med. 161, 526-546 (1985).

48. Bedoui, S. et al. Cross-presentation of viral and self antigens by skin-derived CD103" dendritic cells. Nat. Immunol. 10, 488-495
(2009).

49. Henri, S. et al. CD207" CD103* dermal dendritic cells cross-present keratinocyte-derived antigens irrespective of the presence of
Langerhans cells. J. Exp. Med. 207, 189-206 (2010).

50. Drijkoningen, M., Wolf-Peeters, C., Degreef, H. & Desmet, V. Epidermal Langerhans cells, dermal dendritic cells, and keratinocytes
in viral lesions of skin and mucous membranes: an immunohistochemical study. Arch. Dermatol. Res. 280, 220-227 (1988).

51. Arrese, ]. E., Paquet, P, Claessens, N., Piérard-Franchimont, C. & Piérard, G. E. Dermal dendritic cells in anogenital warty lesions
unresponsive to an immune-response modifier. J. Cutan. Pathol. 28, 131-134 (2001).

52. Kurts, C., Kosaka, H., Carbone, F. R., Miller, J. F. & Heath, W. R. Class I-restricted cross-presentation of exogenous self-antigens
leads to deletion of autoreactive CD8(+) T cells. J. Exp. Med. 186, 239-245 (1997).

53. Follenzi, A., Ailles, L. E., Bakovic, S., Geuna, M. & Naldini, L. Gene transfer by lentiviral vectors is limited by nuclear translocation
and rescued by HIV-1 pol sequences. Nat. Genet. 25, 217-222 (2000).

54. Lin, M., Wang, E, Uitto, J. & Yoon, K. Differential expression of tissue-specific promoters by gene gun. Br. J. Dermatol. 144, 34-39
(2001).

55. Williams, I. R, Ort, R. J. & Kupper, T. S. Keratinocyte expression of B7-1 in transgenic mice amplifies the primary immune response
to cutaneous antigens. Proc. Natl. Acad. Sci. USA 91, 12780-12784 (1994).

56. Kissenpfennig, A. et al. Dynamics and Function of Langerhans Cells In Vivo: Dermal Dendritic Cells Colonize Lymph Node
AreasDistinct from Slower Migrating Langerhans Cells. Immunity 22, 643-654 (2005).

Acknowledgements

This work was supported by grants from the Health Research Council of New Zealand and the Cancer Society
of New Zealand. Khairunadwa Jemon is the recipient of a postgraduate scholarship from the Ministry of Higher
Education Malaysia.

Author Contributions

M.H.H,,K/J. and C.-M.L. designed the experiments. M.H.H. obtained funding and co-wrote the manuscript with
K.J.,K.J. and C.-M.L. designed the constructs. K.J. performed the experiments, analysed the data, and interpreted
the data with M.H.H. and C.-M.L., K.L. performed the western blotting experiment for the detection of OVA/
actin, prepared the data and contributed to writing the methods. S.L.Y. and A.D.M. contributed to experimental
design and review the manuscript.

Additional Information
Supplementary information accompanies this paper at http://www.nature.com/srep

Competing financial interests: The authors declare no competing financial interests.

How to cite this article: Jemon, K. et al. Suppression of the CD8 T cell response by human papillomavirus type
16 E7 occurs in Langerhans cell-depleted mice. Sci. Rep. 6, 34789; doi: 10.1038/srep34789 (2016).

This work is licensed under a Creative Commons Attribution 4.0 International License. The images

= or other third party material in this article are included in the article’s Creative Commons license,
unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license,
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this
license, visit http://creativecommons.org/licenses/by/4.0/

© The Author(s) 2016

SCIENTIFICREPORTS | 6:34789 | DOI: 10.1038/srep34789 11


http://www.nature.com/srep
http://creativecommons.org/licenses/by/4.0/

	Suppression of the CD8 T cell response by human papillomavirus type 16 E7 occurs in Langerhans cell-depleted mice

	Results

	The frequency of LC is decreased in the ear of mice transduced with HPV16 E7. 
	Expression of co-stimulatory molecules on LC from HPV16 E7-transduced skin. 
	HPV16 E7 suppresses CD8+ T cell response against expressed ovalbumin. 
	HPV16 E7 down-regulation of the CD8+ T cell response can occur independently of LC. 

	Discussion

	Materials and Methods

	Construction and production of lentiviral vectors. 
	Mice and lentivirus transduction. 
	Preparation of epidermal sheets. 
	Western blotting of epidermal sheets. 
	Epidermal ear sheet staining and LC enumeration. 
	Ablation of langerin-expressing cells in vivo. 
	In vivo T cell proliferation assay. 
	Processing of skin tissue for flow cytometry. 
	Flow cytometric analysis. 
	Statistical analysis. 

	Acknowledgements
	Author Contributions
	﻿Figure 1﻿﻿.﻿﻿ ﻿ The number of LC is reduced in HPV16 E7 expressing epidermis.
	﻿Figure 2﻿﻿.﻿﻿ ﻿ Co-stimulatory marker expression on LC from K14 E7 expressing mouse skin is increased.
	﻿Figure 3﻿﻿.﻿﻿ ﻿ The in vivo T cell proliferative response to Ova in the draining lymph node is reduced in mice expressing K14 E7 in the epidermis.
	﻿Figure 4﻿﻿.﻿﻿ ﻿ Suppression of the T cell in vivo proliferative response to Ova co-expressed with E7 in the skin of the Lang-DTR mouse is not restored when LC are depleted.
	﻿Figure 5﻿﻿.﻿﻿ ﻿ Schematic representation of lentiviral vectors used in the study.



 
    
       
          application/pdf
          
             
                Suppression of the CD8 T cell response by human papillomavirus type 16 E7 occurs in Langerhans cell-depleted mice
            
         
          
             
                srep ,  (2016). doi:10.1038/srep34789
            
         
          
             
                K. Jemon
                C.-M. Leong
                K. Ly
                S. L. Young
                A. D. McLellan
                M. H. Hibma
            
         
          doi:10.1038/srep34789
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 The Author(s)
          10.1038/srep34789
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep34789
            
         
      
       
          
          
          
             
                doi:10.1038/srep34789
            
         
          
             
                srep ,  (2016). doi:10.1038/srep34789
            
         
          
          
      
       
       
          True
      
   




