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Molecular and Cellular Pathobiology

HB-EGF and PDGF Mediate Reciprocal Interactions of
Carcinoma Cells with Cancer-Associated Fibroblasts to
Support Progression of Uterine Cervical Cancers

Takuya Murata1,3, Hiroto Mizushima2, Ichino Chinen2, Hiroki Moribe2, Shigeo Yagi4, Robert M. Hoffman5,6,
Tadashi Kimura3, Kiyoshi Yoshino3, Yutaka Ueda3, Takayuki Enomoto3, and Eisuke Mekada2

Abstract
Tumor stroma drives the growth and progression of cancers. A heparin-binding epidermal growth factor–like

growth factor, HB-EGF, is an EGF receptor ligand that stimulates cell growth in an autocrine or paracrine
fashion. While elevated expression of HB-EGF in cancer cells and its contribution to tumor progression are well
documented, the effects of HB-EGF expression in the tumor stroma have not been clarified. Here, we show that
HB-EGF is expressed in stromal fibroblasts where it promotes cancer cell proliferation. In uterine cervical
cancers, HB-EGF was detected immunohistochemically in the stroma proximal to the cancer epithelium.
Proliferation of cervical cancer cells in vitro was enhanced by coculture with fibroblasts isolated from tumor
tissues of patients with cervical cancer. Inhibition of HB-EGF function or treatment with platelet–derived
growth factor (PDGF) inhibitors abrogated cancer cell growth enhanced by cervical cancer–associated fibroblast
(CCF) coculture. Furthermore, tumor formation in a mouse xenograft model was enhanced by cotransplantation
of CCF or mouse embryonic fibroblasts, but not with embryonic fibroblasts from HB-EGF–deficient mice.
Conversely, conditioned medium from cancer cells induced HB-EGF expression in CCF. Mechanistic investiga-
tions established that PDGF was the primary factor responsible. Together, our findings indicate that HB-EGF
and PDGF reciprocally mediate the interaction of cancer cells with cancer-associated fibroblasts, promoting
cancer cell proliferation in a paracrine manner that has implications for novel combinatorial cancer therapies.
Cancer Res; 71(21); 6633–42. �2011 AACR.

Introduction

Tumor-surrounding tissues or the tumor stroma influence
the behavior of carcinomas (1). The tumor stroma consists of
extracellular matrix (ECM) and various types of cells including
fibroblasts, immune and inflammatory cells, and blood vessel
cells. Invasive carcinoma is often associated with expansion of
the tumor stroma and increased deposition of ECM. Cancer
cells can alter their adjacent stroma to form a permissive and
supportive environment for tumor progression by producing
growth factors, proteases, protease inhibitors, and ECM mole-

cules. Fibroblasts within the tumor stroma, referred to as
"cancer-associated fibroblasts" (CAF), have a modified pheno-
type and a prominent role in the progression, growth, and
spread of cancers (2–4). Crosstalk between cancer cells and the
stromal fibroblasts is assumed. Cancer cells secrete various
kinds of growth factors that stimulate their ownproliferation in
an autocrine manner. Some cancer cell–secreted growth fac-
tors, including TGFb, platelet-derived growth factor (PDGF),
and fibroblast growth factor (FGF)-2, act as key mediators of
fibroblast activation (2, 3, 5). The activated CAFs have a variety
of effects on both cancer cells and the surrounding stroma.
Their effects include altering the ECM environment, inducing
an inflammatory response, and activating angiogenesis, as well
as stimulating cancer cell proliferation and invasion by growth
factor secretion. Thus, cancer–CAF interaction constitutes
critical routes for cancer development and progression.

Cervical cancer is one of the most life-threatening diseases
for women worldwide (6). Infection with human papilloma
viruses (HPV) may be the first step of its carcinogenesis (7).
Despite infection with HPV, most of the resultant precancer-
ous lesions, termed squamous intraepithelial lesions (SIL), do
not progress to an invasive carcinoma, suggesting that HPV
does not act alone in the development of cervical cancer.
Cervical cancer has a prominent stromal compartment. In the
course of its progression, carcinoma cells invade the stroma,
interact with fibroblasts, and change the stromal environment
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in a manner termed desmoplastic change or stromal reaction.
Accordingly, the gene expression patterns of stromal cells are
largely altered in cervical carcinogenesis (8). A study using a
genetically-engineered mouse model suggested the presence
of crosstalk between cancer cells and stromal fibroblasts,
in which PDGF secreted from cancer cells stimulated PDGF
receptor–expressing CAFs, leading to the induction of FGF-2
and FGF-7 production by CAFs which in turn stimulated
angiogenesis and cancer cell proliferation (5).

Heparin-binding epidermal growth factor–like growth fac-
tor (HB-EGF) is anEGF receptor (EGFR) ligands, synthesized as
a transmembrane precursor protein (pro-HB-EGF; ref. 9). Its
extracellular domain is then cleaved by proteases, via the so-
called ectodomain-shedding mechanism, which yields the
soluble mature growth factor (sHB-EGF; ref. 10). sHB-EGF
shows strongmitogenic andmotility activity by acting through
the EGFR (11–13). HB-EGF is involved in malignancy. Upreg-
ulation of HB-EGF has been reported in many types of
malignant tumors (14–22). In the case of ovarian cancer,
HB-EGF expression was increased in advanced cancers com-
pared with that in normal ovaries and was associated with
poor clinical outcome (14, 23). Although increasing evi-
dence has accumulated on the role of HB-EGF in tumor cell
growth and tumor progression (24), no study on the role of
HB-EGF expressed in stromal fibroblasts has been reported.

Here, we show that HB-EGF is produced by stromal fibro-
blasts in uterine cervical cancer. Coculturing the human
cervical cancer cell line ME180 with cervical cancer–associ-
ated fibroblasts (CCF) in vivo and in vitro indicated that
stromal HB-EGF contributes to the enhanced proliferation
of ME180 cells. On the other hand, PDGF produced in
ME180 cells induced HB-EGF expression in fibroblasts, sug-
gesting that these growth factors contribute to the reciprocal
interaction of cancer cells and stromal fibroblasts.

Materials and Methods

Antibodies and reagents
Details about the antibodies and reagents are described in

the Supplementary Materials and Methods.

Pathology scoring
HB-EGF immunostaining was simultaneously evaluated by

3 independent observers (including one gynecologic oncolo-
gist and one gynecologic pathologist), and a consensus was
reached for each score. The positive reaction for HB-EGF was
scored into 4 grades according to the following intensities of
staining; 0, 1þ, 2þ, and 3þ. The percentage of the positive
staining area was also scored into the following 4 categories:
1 (0%–25%), 2 (26%–50%), 3 (51%–75%), and 4 (76%–100%).
The sum of the intensity and percentage scores was used as
the final staining score (25). The staining pattern of the frozen
sections was defined as follows: 1, negative; 2–3, weak; 4–5,
moderate; and 6–7, strong.

Cell culture
The cervical cancer cell line HeLa and squamous cell

carcinoma (SCC)-derived ME180 cells were purchased from

the American Type Culture Collection. The TCS and CaSki cell
lines were obtained from the RIKEN BioResource Center. All
the cell lines were passaged in our laboratory soon after
receipt from cell banks, divided, and stocked in liquid nitrogen
vessels. Each experiment was carried out using thawed cells
without further authentication. Mouse embryonic fibroblast
(MEF) cells from wild-type mice (MEF-HBþ/þ) or HB-EGF
knockout (KO) mice (MEF-HB�/�) were obtained as described
(26). All cell lines were maintained in Dulbecco's Modified
Eagle's Medium (DMEM) supplemented with 10% FBS, 100 U/
mL penicillin G, and 100 mg/mL streptomycin. CCF cells were
obtained as described in the Supplementary Materials and
Methods and cultured in DMEM supplemented with 20% FBS
and antibiotics.

Coculture of ME180 cells and fibroblasts in
3-dimensional collagen gels

Unless otherwise stated, coculture assays were con-
ducted under the following conditions. CCF cells (1 �
105) or MEF cells (1 � 105) were plated into 24-well plates
3 days before coculture experiments and cultured in
0.75 mL of DMEM containing 1% FBS. ME180 cells (2 �
102) were inoculated in 0.25 mL of 3-dimensional collagen
gel (13) using a Falcon cell culture insert (0.4-mm pore size
membrane; Becton Dickinson Labware). HB-EGF–neutral-
izing IgG (10 mg/mL), control goat IgG (10 mg/mL), CRM197
(500 ng/mL), or other inhibitors were added to the collagen
gel. The cell culture inserts containing 3-dimensional–
cultured ME180 cells were set into 24-well dishes at
day 0 and cocultured for 14 days. The medium was changed
on day 7 and a neutralizing antibody or control antibody
was added to a final concentration of 10 mg/mL. On day 14,
ME180 cells were recovered by treatment with collagenase
and the viable cell numbers were counted (13). The effects
of inhibitors on the growth of cervical cancer cells in
coculture with CCF cells were expressed as a percentage
of the control calculated by the following formula: total cell
number of cervical cancer cells cocultured with CCF1 cells
in the presence of a particular inhibitor divided by that of
cervical cancer cells cocultured with CCF1 cells in the
absence of a particular inhibitor � 100.

Mouse xenografting experiments
ME180 cells alone or mixtures of ME180 cells with either

CCF cells or MEF cells were subcutaneously injected into the
left flank of female athymic nude mouse at the cell numbers
indicated in the figure legends. Unless otherwise stated, the
tumor size was measured in 3 dimensions with calipers, and
the tumor volume (mm3) was calculated using the formula:
V ¼ 0.52 � length � width � height.

Statistical analysis
Data are expressed as the mean� SD. Statistical analysis of

HB-EGF staining in various stages of cervical cancer progres-
sion was conducted with the c2 test. The statistical signifi-
cance of other experimental data was evaluated using one-way
ANOVA. Values of P < 0.05 were considered significant.
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Results

HB-EGF expression in the stroma of uterine cervical
cancers and its correlation with cancer progression
Frozen sections of clinical samples were immunostained

with an anti-human HB-EGF monoclonal antibody. In normal
cervical tissues, the stroma was not immunostained, whereas
the basal and parabasal epithelial layers were slightly reactive
[Fig. 1A (i and ii)]. In cases with low-grade SILs (LSIL) and
high-grade SILs (HSIL), faint immunostaining was observed in
the stroma [Fig. 1A (iii–vi))] However, in cervical cancer
tissues, HB-EGF was strongly immunostained in the stromal
region [Fig. 1A (vii–xii)]. An irrelevant antibody did not
immunostain the stroma, whereas a similar immunostaining
pattern was observed with other anti-HB-EGF monoclonal
antibodies (ref. 27; data not shown).
To evaluate the relationships between stromal HB-EGF

immunostaining and clinical features, the cases with positive

staining in the stroma and epithelium were scored (Fig. 1B,
Supplementary Tables S1 and S2). No HB-EGF immunostain-
ing was recorded in normal cervical stroma, whereas moder-
ate to strong stromal HB-EGF immunostaining was observed
in 33% of LSIL cases, 66% of HSIL cases, and all cases of SCC. In
contrast, all the tissues had negative to weak immunostaining
in the epithelium. These results indicate that HB-EGF protein
is increased in the stromal tissues during cervical carcino-
genesis, suggesting that it is involved in its progression. In
addition, stromal HB-EGF immunostaining was observed in
adenocarcinoma tissue and small cell carcinoma tissue, as
well as in SCC of the uterine cervix (Supplementary Table S1
and Fig. S1).

Strong HB-EGF immunostaining was observed in stromal
fibroblasts localized at the invasion front of cancerous epi-
thelium [Fig. 1A (x and xii)]. The antibody used recognizes
both pro-HB-EGF and sHB-EGF. HB-EGF has strong affinities
for heparin-like molecules and heparan sulfate proteoglycans.

Figure 1. Expression of HB-EGF in
cervical cancer stromata. A,
hematoxylin and eosin (H&E)
staining (i, iii, v, vii, ix, and xi) and
immunohistochemical staining
(brown; ii, iv, vi, vii, x, and xii) of
normal cervix (i and ii), LSIL (iii and
iv), HSIL (v and vi), and invasive
SCC (vii–xii). Frozen sections of
clinical samples were
immunostained with an anti-
human HB-EGF monoclonal
antibody. Stromal cells contacting
the invasion front of cancerous
epithelial cells were strongly
stained (x, arrows). HB-EGF was
expressed in cancer-associated
fibroblasts (xii, arrows). Bars,
0.1 mm. B, scoring of HB-EGF
staining. A significant difference in
the stromal staining of HB-EGF
was observed between normal
cervix (NC), LSILs, HSILs, and
SCCs (P ¼ 0.011; c2 test). C, laser
microdissection revealed that
HB-EGF was mainly expressed in
stromal cells. P1 to P5 were
tissues from patients with SCCs,
whereas P6 and P7 were from
patients with adenocarcinoma
[P ¼ 0.009 for P1–P7 (n ¼ 7);
P ¼ 0.015 for P1–P5 (n ¼ 5);
one-way ANOVA].
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Thus, sHB-EGF might be deposited at the ECM-enriched
stromal region, even though HB-EGF is not synthesized in
stromal cells. To clarify which cells produce HB-EGF, cervical
cancer cells, or cancer-surrounding stroma cells, the tran-
scription levels of HB-EGF in cancer epithelium and stromal
regions were determined by quantitative reverse transcription
PCR using microdissected frozen tissues as described in the
Supplementary Materials and Methods. For these assays,
tissues from SCCs and adenocarcinoma of the uterine cervix
were examined. As shown in Fig. 1C, HB-EGF mRNA was
higher in the stroma than in the epithelium in total cervical
cancer tissues (n¼ 7, P¼ 0.009) and in SCCs (n¼ 5, P¼ 0.015),
indicating that HB-EGF is mainly produced by stroma cells of
cervical cancer lesions.

HB-EGF produced by fibroblasts contributes to ME180
cell proliferation in a coculture system

The effect of stromal HB-EGF on cervical cancer cell
proliferation was examined by coculture of ME180 cells with
CCF1 cells derived from cervical cancer–associated fibroblasts
(Fig. 2A). Because growth promotion by HB-EGF is masked in
common monolayer culture (13), ME180 cells were embedded
in collagen gel using cell culture inserts. These inserts have 0.4-
mm diameter pores in the membrane, so that soluble factors
can pass between the 2 chambers. The proliferation of ME180
cells was largely enhanced by coculture with CCF1 cells
compared with ME180 cells cultured alone. ME180 cells,
cocultured with CCF1 cells, formed larger cell colonies than
ME180 cells without CCF1 cells (Fig. 2B). The total cell number
of ME180 cells produced when cocultured with CCF1 cells was
about 5 times greater than that of ME180 cells cultured alone
(Fig. 2C). The enhanced cell growth by coculture with CCF1
cells was almost abrogated by an anti-HB-EGF neutralizing
antibody, whereas growth inhibition by an anti-HB-EGF an-
tibody was not observed in ME180 cells cultured alone
(Fig. 2C). CRM197, which inhibits the mitogenic activity of
HB-EGF (28), inhibited the cell growth of ME180 cells in the
coculture system, but did not affect the growth of ME180 cells
cultured alone (Fig. 2D). An EGFR inhibitor, erlotinib, also
strongly inhibited the cell growth of ME180 cells in the
coculture system but did not significantly affect the growth
of ME180 cells cultured alone (Fig. 2E).

Enhanced proliferation by coculture with CCF1 cells was
similarly observed in another cervical cancer cell line, CaSki
cells, and the enhancement was inhibited by CRM197 (Sup-
plementary Fig. S2). Enhanced proliferation of ME180 cells
was also observed in coculture with MEF cells. ME180 cells
were cocultured with either MEF cells derived from a wild-
type mouse (MEF-HBþ/þ) or MEF cells derived from an HB-
EGF KOmouse (MEF-HB�/�). The total cell number of ME180
cells produced when cocultured with MEF-HBþ/þ cells was
about 8.5 times higher than that ofME180 cells coculturedwith
MEF-HB�/� cells (Fig. 2F). Thus, ME180 cell proliferation was
enhanced by coculture with CCF or MEF cells, and HB-EGF
produced by fibroblasts contributed to this enhancement.

The coculture experiments suggested that HB-EGF pro-
motes ME180 cell proliferation by acting directly on ME180
cells through phosphorylation of their EGFR. However, it is

also possible that HB-EGF acts on fibroblasts and indirectly
enhances ME180 cell proliferation. To address this point, we
carried out the following sets of experiments: First, addition of
HB-EGF to the medium was found to enhance ME180 cell
proliferation in the absence of CCF1 cells (Supplementary
Fig. S3). Second, examination of EGFR expression and its
phosphorylation revealed that ME180 cells expressed abun-
dant EGFR and that its phosphorylation level was enhanced by
coculture with CCF1 cells (Supplementary Fig. S4). Third,
expression of dominant-negative (dn) EGFR in ME180 cells
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Figure 2.HB-EGF derived from fibroblasts enhancesME180 cell growth in
coculture assays. A, scheme of the coculture system. B, ME180 cells were
cocultured with (i) or without (ii) CCF1 cells for 14 days. C, an anti-HB-EGF
antibody blocked the enhanced growth of ME180 cells cocultured with
CCF1 cells. D and E, the HB-EGF inhibitor CRM197 (D) and EGFR inhibitor
erlotinib (5 mmol/L; E) blocked the enhanced growth of ME180 cells
cocultured with CCF1 cells. The total cell number is presented as the
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MEF-HBþ/þ or MEF-HB�/� cells for 14 days. G, ME180 cells (2 � 103)
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completely diminished the enhanced cell growth by coculture
with CCF1 cells (Fig. 2G). These results indicate that HB-EGF
directly enhances ME180 cell proliferation in coculture con-
ditions through activation of EGFR on ME180 cells. HB-EGF
binds to ErbB4, as well as to EGFR. However, ME180 cells
had very low expression of ErbB4 (Supplementary Fig. S4).
dnEGFR expression in ME180 cells completely inhibited the
enhanced proliferation by coculture with CCF1 cells. Thus,
ErbB4 is unlikely to contribute to this process.

Cotransplantation of fibroblasts enhances tumor
growth in ME180 cells
To assess the contribution of fibroblasts and HB-EGF

expressed in fibroblasts on tumor growth in vivo, we carried
out cotransplantation experiments of ME180 cells with CCF or
MEF cells into athymic nude mice. In the initial set of
experiments, ME180 cells were used alone or mixed with
various CCF cells (CCF1, CCF2, and CCF3) isolated from
the cervical cancer stromata of different patients. Compared
with ME180 cells alone, coinjection of ME180 cells with CCF1,
CCF2, or CCF3 cells produced significantly larger tumors
(Fig. 3A). The histology of the tumors showed a prominent
stromal compartment, resembling SCC tissues of uterine
cervical cancer (Fig. 3B). Immunostaining with an anti-human
HB-EGF antibody showed the presence of human HB-EGF in
fibroblasts surrounding the ME180 cells (Fig. 3B). Thus, the
CCF cells enhanced the growth of ME180 cells in a mouse
xenograft model to form tumors that were histologically
similar to human uterine cervical cancer.
The enhanced tumor growth of ME180 cells by CCF cells

was also examined by monitoring the tumor size using
fluorescence imaging. Green fluorescent protein (GFP)-la-
beled ME180 (ME180/GFP) cells were subcutaneously trans-
planted with or without CCF1 cells into nude mice. Consistent
with the results shown in Fig. 3A, fluorescence imaging
confirmed that ME180 cell proliferation in the mouse xeno-
graft model was enhanced by cotransplantation of CCF cells
(Fig. 3C and D).
To examine whether stromal HB-EGF contributed to

the enhanced tumor growth of the cervical cancer cells,
ME180/GFP cells were mixed with either Ds-Red–labeled
MEF-HB�/� (MEF-HB�/�/Red) or Ds-Red–labeled MEF-
HBþ/þ (MEF-HBþ/þ/Red) cells and the mixtures were trans-
planted subcutaneously into nude mice. As shown in Fig. 3E
and F, the tumors formed by ME180/GFP cells cotrans-
planted with MEF-HBþ/þ/Red cells were approximately
twice as large as those formed by ME180/GFP cells cotrans-
planted with MEF-HB�/�/Red cells after 21 days. The latter
tumors were similar in size to ME180 cells transplanted
alone (see Fig. 3A and E), indicating that MEF-HB�/�/Red
cells did not enhance ME180 cell tumor growth. These
results suggest that HB-EGF expressed in fibroblasts played
a major role in accelerating the growth of ME180 cells in
this mouse xenograft model.
Both hematoxylin and eosin and immunofluorescence

staining (Fig. 3F) indicated that Ds-Red–positive MEF cells
(red) were incorporated into the ME180/GFP tumors (green)
in both the MEF-HBþ/þ/Red and MEF-HB�/�/Red transplan-

tation experiments. Necrotic fields were more prevalent inside
the tumor tissue when MEF-HB�/�/Red cells were cotrans-
planted, compared with MEF-HBþ/þ/Red cells, suggesting
enhanced angiogenesis due to HB-EGF. Interestingly, the
fluorescence intensity of ME180/GFP cells cotransplanted
with MEF-HBþ/þ/Red cells tended to be higher than that of
ME180/GFP cells cotransplanted with MEF-HB�/�/Red cells.
GFP synthesis in the former combination might have resulted
from a more abundant supply of nutrients and oxygen, given
the enhanced angiogenesis in these tumors.

PDGF secreted by cervical cancer cells induces HB-EGF
expression in fibroblasts

HB-EGF staining was preferentially observed at the stromal
regions contacting the cancer invasion front. This suggested
that cervical cancer cells might provide certain factors to the
cancer-surrounding fibroblasts to induce the expression of
HB-EGF and that fibroblasts could respond to these factors
and upregulate HB-EGFmRNA synthesis. To test this hypothe-
sis, conditioned media (CM) prepared from cervical cancer
cell lines were added to the fibroblast primary cultures. When
CM from CaSki or ME180 cells was added to CCF1 cells, the
HB-EGF mRNA levels in CCF1 cells were markedly upregu-
lated (Fig. 4A). Moderate upregulation was observed with CM
from HeLa cells, whereas no upregulation was observed with
CM from TCS or NIH3T3 cells (Fig. 4A). Enhanced HB-EGF
mRNA expression by ME180 CM was observed in CCF2 and
CCF3 cells as well as in CCF1 cells but not in ME180 cells
themselves (Fig. 4B). Upregulation of HB-EGF mRNA expres-
sion was observed 3 hours after the addition of CM and peak-
ed at 6 to 9 hours (Fig. 4C). Western blot analysis of CCF1 cell
lysates confirmed the induction of HB-EGF protein synthesis
by ME180 CM but not by control CM from CCF1 cells (Fig. 4D).

Examination of the expression levels of other EGFR ligands
revealed that ME180 CM preferentially induced HB-EGF ex-
pression in CCF1 cells, although HeLa CM slightly induced
epiregulin expression in these cells (Supplementary Fig. S5).
These results indicate that CM from cervical cancer cell lines
specifically induced HB-EGF among the EGFR family of
growth factors in CCF cells.

To characterize the putative HB-EGF inducer in CM from
ME180 cells, various inhibitors were tested to see whether they
could prevent the induction of HB-EGF expression in CCF1
cells. FGF, insulin-like growth factor, PDGF, and TGFb are
known to be secreted by carcinoma cells to activate CAF cells.
An FGF/VEGF receptor tyrosine kinase inhibitor, PD173074,
did not inhibit HB-EGF expression in CCF1 cells, whereas the
insulin-like growth factor receptor inhibitor AGL2263 and
TGFb RI kinase inhibitor II partially inhibited HB-EGF mRNA
synthesis. In contrast, the PDGF receptor inhibitor AG1295
completely inhibited HB-EGF expression (Fig. 5A), suggesting
that PDGF contributed to the HB-EGF induction in CCF cells.
PDGF is composed of heterodimers or homodimers of 4 sub-
types. To test whether PDGF could induce HB-EGF expression
in CCF1 cells, various forms of PDGF were added to CCF1 cell
cultures. PDGF-AB, PDGF-BB, and PDGF-DD induced HB-EGF
expression in CCF1 cells, whereas PDGF-AA and PDGF-CC
almost had no effect (Fig. 5B). Western blot analysis confirmed
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that ME180 cells produced PDGF-BB (Fig. 5C). Consistent with
this result, CCF1 cells produced PDGFRb (Supplementary
Fig. S4). Moreover, tissue sections stained with anti-PDGF-
B and anti-PDGFRb antibodies indicated that these proteins
were localized in cancer cells and the cancer-surrounding
stromal region, respectively, in a mouse xenograft model
coinjected with ME180 and CCF1 cells (Fig. 5D).

The PDGF receptor inhibitors AG1295 (Fig. 6A) and ima-
tinib (Fig. 6B) prevented the enhanced proliferation of ME180
cells by coculture with CCF1 cells but did not inhibit ME180
cell proliferation when the cells were cultured alone (Fig. 6A
and B). Coculture of CCF1 cells with ME180 cells resulted in
PDGFRb degradation in CCF1 cells (Supplementary Fig. S6),
suggesting that the PDGFRb activation by the ligand produced

by ME180 cells was followed by ubiquitin-dependent degra-
dation (29). Furthermore, the expression of dnPDGFRb, but
not that of dnEGFR, in CCF1 cells or MEF cells reduced the
enhanced proliferation of ME180 cells by coculture with CCF1
or MEF cells (Fig. 6C). These results indicate that PDGF-BB
does not contribute directly to ME180 cell growth but indi-
rectly stimulates ME180 cell growth by inducing fibroblasts to
produce HB-EGF. Fig. 6C also shows that dnEGFR expression
in fibroblasts did not inhibit the enhanced proliferation of
ME180 cells in coculture, confirming that EGFR ligands did
not directly cause the activation of CCF or MEF cells.

In addition to the induced expression of HB-EGF by PDGF,
HB-EGF also enhanced PDGF expression in ME180 cells. As
shown by Western blot analysis (Fig. 5C), PDGF-BB synthesis

BA

T
u

m
o

r 
v
o

lu
m

e
 (

m
m

3
)

Days

DC

T
u

m
o

r 
v
o

lu
m

e
 (

m
m

3
)

0

200

400

600

800

147 21 28

ME180/GFP+CCF1 (n = 10)

ME180/GFP             (n = 10)

H&E Fluorescence

Days

7 21140

T
u

m
o

r 
v
o

lu
m

e
 (

m
m

3
)

200

600

400

FE

i ii

iviii

Days
11 2114

*

800

600

400

200

0

ME180 + CCF3 (n = 6)

ME180 + CCF2 (n = 6)

ME180 + CCF1 (n = 6) 
ME180 alone    (n = 7) 

i

MEF-HB+/+ /Red (n = 10) 

MEF-HB–/– /Red (n = 10)

H&E HB-EGF

ii

iv

***
***

*

ii

***

i

iii

Figure 3. Coinjection of CCF or
MEF cells with ME180 cells into
athymic nude mice enhances
ME180 tumor formation. A,
ME180 cells alone (1.5 � 106) or
ME180 cells (1.5 � 106) plus CCF
cells (0.6 � 106) were injected
subcutaneously, and the tumor
volumes were measured. B,
hematoxylin and eosin (H&E)
staining (i and iii) and
immunohistochemistry for HB-
EGF (ii and iv) of tumor tissues
generated by ME180 cells plus
CCF1 cells (i and ii) or ME180 cells
alone (iii and iv) in A. Bars, 50 mm.
C, ME180/GFP cells alone (0.5 �
106) or ME180/GFP cells (0.5 �
106) plus CCF1 cells (2.5 � 106)
were injected subcutaneously into
nudemice, and the tumor volumes
were measured by GFP
fluorescence imaging. D, tumors
formed by injection of ME180 cells
alone (ii) or ME180 cells plus CCF1
cells (i) were observed by
fluorescence imaging. E, ME180/
GFP cells (1.0 � 106) were
subcutaneously coinjected with
MEF-HBþ/þ/Red cells (5 � 106) or
MEF-HB�/�/Red cells (5 � 106)
into nude mice. F, H&E-stained
and fluorescence images of
tumors formed by coinjection
of ME180/GFP cells with
MEF-HBþ/þ/Red (i and ii) or
MEF-HB�/�/Red (iii and iv) cells.
Cell nuclei were stained with
Hoechst 33342 (blue). *, P < 0.05;
***, P < 0.005.

Murata et al.

Cancer Res; 71(21) November 1, 2011 Cancer Research6638

 American Association for Cancer Research Copyright © 2011 
 on November 1, 2011cancerres.aacrjournals.orgDownloaded from 

Published OnlineFirst October 18, 2011; DOI:10.1158/0008-5472.CAN-11-0034

http://cancerres.aacrjournals.org/
http://www.aacr.org/


in ME180 cells was enhanced when HB-EGF was added
to cultured ME180 cells. These results indicate that PDGF
secreted by ME180 cells induced HB-EGF expression in CCF1
cells, whereas HB-EGF produced by CCF1 cells enhanced
ME180 cell proliferation and PDGF production. Thus,
ME180 cells and CCF cells stimulate one another reciprocally
through PDGF and HB-EGF expression (Fig. 7).

Discussion

Elevated levels of EGFR are associated with a poor prog-
nosis for patients with cervical cancer, suggesting that the
EGFR signaling pathway plays an important role in cancer
progression (30–32). Here, we focused on HB-EGF expression
and its growth-promoting activity in cervical cancer cells.
Immunohistochemical and laser microdissection analyses
revealed that HB-EGF was expressed in cancer-associated
stroma but not in cancer epithelial cells. HB-EGF accumulated
in CAF cells proximal to the cancer invasion front, although
other types of cells might also express HB-EGF. Therefore, we
investigated the role of stromal HB-EGF in cancer cell growth
using in vitro coculture assays. ME180 cell and CaSki-cell

A B

C D

H
B

-E
G

F
 m

R
N

A

0

2

12

4

6

8

10

C
o

n
tr

o
l

N
IH

3
T

3

T
C

S

H
e
L

a

C
a
S

k
i

M
E

1
8

0

H
B

-E
G

F
 m

R
N

A

M
E

1
8

0

C
C

F
1

C
C

F
2

C
C

F
3

+
 C

o
n

tr
o

l 
C

M

+
 C

o
n

tr
o

l 
C

M

HB-EGF

β-Actin

0 3 6 12 24  (h)

+
 M

E
1
8
0
C

M

+
 C

o
n

tr
o

l 
C

M

+
 C

o
n

tr
o

l 
C

M

+
 M

E
1
8
0
C

M

+
 M

E
1
8
0
C

M

+
 M

E
1
8
0
C

M

H
B

-E
G

F
 m

R
N

A

0

2

6

4

8

10

0 3 6 9 12 18

Time (h)

*

*

Control CM
ME180 CM

Control CM
ME180 CM

0

2

12

4

6

8

10

Figure 4. Induction of HB-EGF by cervical cancer cell CM. A, CM from the
indicated cell lines or CCF1 cells (control) were added to CCF1 cells and
incubated for 6 hours. HB-EGF mRNA expression in CCF1 cells was
measured by real-time quantitative reverse transcriptase PCR. B, CM from
ME180 cells or fresh medium (control) were added to CCF or ME180 cells
and incubated for 6 hours. C, time course of HB-EGF mRNA upregulation.
CM from CCF1 cells was used as a control. Bars show the mean � SD for
triplicate determinations. D, Western blotting detection of HB-EGF in
CCF1 cells. CCF1 cells were incubated with CM fromME180 cells or fresh
medium (control) for the indicated times. HB-EGF in cell lysates was
detected by Western blotting. CM from ME180 cells upregulated HB-EGF
synthesis. b-Actin was used as an internal loading control. *, P < 0.05.

10

20

0

C
o

n
tr

o
l

P
D

G
F

-A
A

P
D

G
F

-B
B

P
D

G
F

-C
C

P
D

G
F

-D
D

P
D

G
F

- A
B

B

H
B

-E
G

F
 m

R
N

A

D

- 6  (h)321

V
e

h
ic

le

A
G

1
2

9
5

A
G

L
2

2
6

3

P
D

1
7
3
0
7
4

T
G

F
β 

R
IK

in
h

ib
it

o
r

10

0

A

H
B

-E
G

F
 m

R
N

A

C

β-Actin

PDGF-BB

Incubation

HB-EGF + + ++-

DMEM-1% FCS

ME180 CM

i ii iii

Figure 5. PDGF induces HB-EGF expression in CCF cells. A, CCF1 cells
were incubated with fresh medium or CM from ME180 cells for 6 hours in
the presence of PD173074 (2 mmol/L), AGL2263 (10 mmol/L), the TGFb RI
kinase (K) inhibitor II (1 mmol/L), or AG1295 (10 mmol/L). B, various
subtypes of PDGF (5 ng/mL) were added to CCF1 cells and incubated for 6
hours. C, detection of PDGF-BB in ME180 cells by Western blotting.
ME180 cells were incubated with or without HB-EGF (5 ng/mL) for the
indicated periods, and cell lysates were subjected to immunoblotting.
D, the tumors were dissected, and tissue sections were stained with an
anti-PDGF-BB or anti-PDGFRb antibody. Hematoxylin and eosin (H&E)
staining (i), staining with an anti-PDGF-BB (ii), and anti-PDGFRb antibody
(iii). FCS, fetal calf serum.

HB-EGF and Cervical Cancer

www.aacrjournals.org Cancer Res; 71(21) November 1, 2011 6639

 American Association for Cancer Research Copyright © 2011 
 on November 1, 2011cancerres.aacrjournals.orgDownloaded from 

Published OnlineFirst October 18, 2011; DOI:10.1158/0008-5472.CAN-11-0034

http://cancerres.aacrjournals.org/
http://www.aacr.org/


proliferation was greatly enhanced in the presence of CCF
cells. An anti-HB-EGF–neutralizing antibody or CRM197
inhibited these effects. CRM197 not only inhibits the mito-
genic activity of HB-EGF but also prevents its protein syn-
thesis in cells that express high levels of pro-HB-EGF (33). No
effects were observed on protein synthesis in CCF1 cells and
ME180 cells at the concentration of CRM197 used here.
Growth promotion of ME180 cells was also observed by
coculture with MEF-HBþ/þ cells but not with MEF-HB�/�

cells. Thus, HB-EGF expressed in CCF or MEF cells promoted
ME180 cell proliferation in this coculture system. To the best
of our knowledge, this is the first report that HB-EGF
expressed in CAF promotes epithelial cancer cell growth.

Coinjection of CCF cells with ME180 cells enhanced tumor
formation by ME180 cells in an athymic nude mouse model.
Similarly, MEF-HBþ/þ cells enhanced the proliferation of
ME180 cells much more than MEF-HB�/� cells. These results
indicate that HB-EGF expressed in stromal cells enhances
cancer cell growth in vivo, consistent with the results of
our coculture assays. However, as HB-EGF is known to be
involved in tumor angiogenesis (34, 35), the growth-enhancing
effect of CCF or MEF cells in vivo might have been partly
caused by the indirect growth-promoting effect of HB-EGF via
neovascularization.

Another point we stress is that cervical cancer cells can
produce a factor that induces HB-EGF synthesis in fibroblasts.
Because PDGF is expressed in cervical cancer cells, we suspect
that it is a candidate, although other factors may also con-
tribute to this process. PDGF did not induce cancer cell
growth itself but induced HB-EGF synthesis in CCF cells.
Consequently, AG1295 and imatinib inhibited tumor growth
by ME180 cells cocultured with CCF cells. Interestingly, ad-
dition of HB-EGF to ME180 cells in the absence of fibroblasts

Cancer cell Fibroblast

PDGF-BB

HB-EGF

Imatinib

CRM197

Erlotinib

Figure 7. A model of cancer cell–stromal fibroblast interactions in the
cervix. PDGF-BB produced by a cervical cancer cell upregulates HB-EGF
through PDGFRb activation in an adjacent fibroblast, which in turn
facilitates cancer cell growth by activating EGFR. HB-EGF also induces
PDGF synthesis in the cervical cancer cell. The paracrine loop can be
blocked with inhibitors.
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resulted in increased PDGF production. These results indicate
that cancer epithelial cells and stromal fibroblasts interact
reciprocally through PDGF and HB-EGF to form a positive
feedback loop. PDGF ligands produced by cancerous epithelial
cells stimulate the PDGFR-expressing stroma to upregulate
the synthesis of FGFs, thereby promoting angiogenesis and
epithelial-cell proliferation in a genetically-engineered mouse
model (5). Therefore, not just a single growth factor system,
but multiple systems could contribute to cancer–stroma
interactions in cervical cancers.
Immunohistochemistry indicated that HB-EGF was local-

ized at the stromal region proximal to the invasion front of
cancerous epithelia. HB-EGF enhances cell motility as well as
cell proliferation (11, 36), suggesting that HB-EGF contributes
to the invasion and metastasis of cancerous epithelia. Mem-
brane type 1 matrix metalloproteinase (MT1-MMP), which is
involved in the degradation of ECM proteins, is believed to
play an important role in cancer cell invasion and metastasis
(37). MT1-MMP is expressed in cervical cancer cells, and its
expression increases with cervical tumor progression (38).
Invasion assays in collagen gel cultures showed that an
EGF signal, in addition to MT1-MMP, is required for inducing
keratinocyte invasiveness. We previously reported that MT1-
MMP cleaves the N-terminal region of HB-EGF to convey
enhanced mitogenic activity (39). Therefore, such processing
of the N-terminal region of HB-EGF at the invasion front of
cancer cells by MT1-MMP could be a cause of cervical cancer
invasion.

There are several reports indicating a positive correlation
between HB-EGF expression and cancer progression (24, 40,
41). In most of these cases, HB-EGF was upregulated in
cancerous cells. Here, we showed that HB-EGF is produced
in CAF and does not originate from cancer cells. The CAF-
produced HB-EGF enhanced cancer cell proliferation. There
is a report that HB-EGF plays a role in tumor progression in
pericytes in a mouse model of pancreatic neuroendocrine
tumorigenesis (35). Therefore, HB-EGF might contribute to
cancer progression by various means. Although the develop-
ment of therapeutic strategies targeting HB-EGF is only
beginning, the combination of an HB-EGF inhibitor with other
therapeutic agents, including PDGF inhibitors or MT1-MMP
inhibitors, could lead to effective treatments for patients with
refractory cancers.

Disclosure of Potential Conflicts of Interest

No potential conflicts of interest were disclosed.

Grant Support

This work was supported by Grants-in-Aid from the Ministry of Education,
Culture, Sports, Science and Technology of Japan (16790950 to Y. Ueda,
17014057 to T. Enomoto, and 18591832 and 23240126 to E. Mekada).

The costs of publication of this article were defrayed in part by the payment
of page charges. This article must therefore be hereby marked advertisement in
accordance with 18 U.S.C. Section 1734 solely to indicate this fact.

Received January 7, 2011; revised August 29, 2011; accepted August 29,
2011; published OnlineFirst October 18, 2011.

References
1. Mueller MM, Fusenig NE. Friends or foes - bipolar effects of the

tumour stroma in cancer. Nat Rev Cancer 2004;4:839–49.
2. Bhowmick NA, Neilson EG, Moses HL. Stromal fibroblasts in cancer

initiation and progression. Nature 2004;432:332–7.
3. Kalluri R, Zeisberg M. Fibroblasts in cancer. Nat Rev Cancer 2006;

6:392–401.
4. Orimo A, Gupta PB, Sgroi DC, Arenzana-Seisdedos F, Delaunay T,

Naeem R, et al. Stromal fibroblasts present in invasive human breast
carcinomas promote tumor growth and angiogenesis through elevat-
ed SDF-1/CXCL12 secretion. Cell 2005;121:335–48.

5. Pietras K, Pahler J, Bergers G, Hanahan D. Functions of paracrine
PDGF signaling in the proangiogenic tumor stroma revealed by
pharmacological targeting. PLoS Med 2008;5:e19.

6. Ferlay J, Bray F, Pisani P, Parkin DM. Cancer incidence, mortality, and
prevalence worldwide, version 2.0. Lyon, France: IARC; 2004.

7. zur Hausen H. Papillomaviruses and cancer: from basic studies to
clinical application. Nat Rev Cancer 2002;2:342–50.

8. Gius D, Funk MC, Chuang EY, Feng S, Huettner PC, Nguyen L, et al.
Profiling microdissected epithelium and stroma to model genomic
signatures for cervical carcinogenesis accommodating for covariates.
Cancer Res 2007;67:7113–23.

9. Higashiyama S, Abraham JA, Miller J, Fiddes JC, Klagsbrun M. A
heparin-binding growth factor secreted by macrophage-like cells that
is related to EGF. Science 1991;251:936–9.

10. Goishi K, Higashiyama S, Klagsbrun M, Nakano N, Umata T, Ishikawa
M, et al. Phorbol ester induces the rapid processing of cell surface
heparin-binding EGF-like growth factor: conversion from juxtacrine to
paracrine growth factor activity. Mol Biol Cell 1995;6:967–80.

11. Higashiyama S, Abraham JA, Klagsbrun M. Heparin-binding EGF-like
growth factor stimulation of smooth muscle cell migration: depen-
dence on interactions with cell surface heparan sulfate. J Cell Biol
1993;122:933–40.

12. Raab G, Klagsbrun M. Heparin-binding EGF-like growth factor. Bio-
chim Biophys Acta 1997;1333:F179–99.

13. Mizushima H, Wang X, Miyamoto S, Mekada E. Integrin signal masks
growth-promotion activity of HB-EGF inmonolayer cell cultures. J Cell
Sci 2009;122:4277–86.

14. Miyamoto S, Hirata M, Yamazaki A, Kageyama T, Hasuwa H, Mizush-
ima H, et al. Heparin-binding EGF-like growth factor is a promising
target for ovarian cancer therapy. Cancer Res 2004;64:5720–7.

15. Ito Y, Higashiyama S, Takeda T, Yamamoto Y, Wakasa KI, Matsuura
N. Expression of heparin-binding epidermal growth factor-like growth
factor in pancreatic adenocarcinoma. Int J Pancreatol 2001;29:47–52.

16. Inui Y, Higashiyama S, Kawata S, Tamura S, Miyagawa J, Taniguchi N,
et al. Expression of heparin-binding epidermal growth factor in human
hepatocellular carcinoma. Gastroenterology 1994;107:1799–804.

17. Ito Y, Takeda T, Higashiyama S, Sakon M, Wakasa KI, Tsujimoto M,
et al. Expression of heparin binding epidermal growth factor-like
growth factor in hepatocellular carcinoma: an immunohistochemical
study. Oncol Rep 2001;8:903–7.

18. Naef M, Yokoyama M, Friess H, Buchler MW, Korc M. Co-expression
of heparin-binding EGF-like growth factor and related peptides in
human gastric carcinoma. Int J Cancer 1996;66:315–21.

19. Ito Y, Higashiyama S, Takeda T, Okada M, Matsuura N. Bimodal
expression of heparin-binding EGF-like growth factor in colonic neo-
plasms. Anticancer Res 2001;21:1391–4.

20. Thogersen VB, Sorensen BS, Poulsen SS, Orntoft TF, Wolf H, Nexo E.
A subclass of HER1 ligands are prognostic markers for survival in
bladder cancer patients. Cancer Res 2001;61:6227–33.

21. Ito Y, Takeda T, Higashiyama S, Noguchi S, Matsuura N. Expression
of heparin-binding epidermal growth factor-like growth factor in
breast carcinoma. Breast Cancer Res Treat 2001;67:81–5.

22. Wang YD, De Vos J, Jourdan M, Couderc G, Lu ZY, Rossi JF, et al.
Cooperation between heparin-binding EGF-like growth factor and

HB-EGF and Cervical Cancer

www.aacrjournals.org Cancer Res; 71(21) November 1, 2011 6641

 American Association for Cancer Research Copyright © 2011 
 on November 1, 2011cancerres.aacrjournals.orgDownloaded from 

Published OnlineFirst October 18, 2011; DOI:10.1158/0008-5472.CAN-11-0034

http://cancerres.aacrjournals.org/
http://www.aacr.org/


interleukin-6 in promoting the growth of human myeloma cells. On-
cogene 2002;21:2584–92.

23. Tanaka Y, Miyamoto S, Suzuki SO, Oki E, Yagi H, Sonoda K, et al.
Clinical significance of heparin-binding epidermal growth factor-like
growth factor and a disintegrin and metalloprotease 17 expression in
human ovarian cancer. Clin Cancer Res 2005;11:4783–92.

24. Miyamoto S, Yagi H, Yotsumoto F, Kawarabayashi T, Mekada E.
Heparin-binding epidermal growth factor-like growth factor as a novel
targeting molecule for cancer therapy. Cancer Sci 2006;97:341–7.

25. Gao K, Dai DL, Martinka M, Li G. Prognostic significance of nuclear
factor-{kappa}B p105/p50 in human melanoma and its role in cell
migration. Cancer Res 2006;66:8382–8.

26. Wang X, Mizushima H, Adachi S, Ohishi M, Iwamoto R, Mekada E.
Cytoplasmic domain phosphorylation of heparin-binding EGF-like
growth factor. Cell Struct Funct 2006;31:15–27.

27. Hamaoka M, Chinen I, Murata T, Takashima S, Iwamoto R, Mekada E.
Anti-human HB-EGF monoclonal antibodies inhibiting ectodomain
shedding of HB-EGF and diphtheria toxin binding. J Biochem
2010;148:55–69.

28. Mitamura T , Higashiyama S, Taniguchi N, Klagsbrun M, Mekada E.
Diphtheria toxin binds to the epidermal growth factor (EGF)-like
domain of human heparin-binding EGF-like growth factor/diphtheria
toxin receptor and inhibits specifically its mitogenic activity. J Biol
Chem 1995;270:1015–9.

29. Mori S, Heldin CH, Claesson-Welsh L. Ligand-induced polyubiquiti-
nation of the platelet-derived growth factor b-receptor. J Biol Chem
1992;267:6429–34.

30. Kim YT, Park SW, Kim JW. Correlation between expression of EGFR
and the prognosis of patients with cervical carcinoma. Gynecol Oncol
2002;87:84–9.

31. Nicholson RI, Gee JM, Harper ME. EGFR and cancer prognosis. Eur J
Cancer 2001;37:S9–15.

32. Noordhuis MG, Eijsink JJ, Ten Hoor KA, Roossink F, Hollema H,
Arts HJ, et al. Expression of epidermal growth factor receptor

(EGFR) and activated EGFR predict poor response to (chemo)
radiation and survival in cervical cancer. Clin Cancer Res 2009;15:
7389–97.

33. Kageyama T, Ohishi M, Miyamoto S, Mizushima H, Iwamoto R,
Mekada E. Diphtheria toxin mutant CRM197 possesses weak EF2-
ADP-ribosyl activity that potentiates its anti-tumorigenic activity. J
Biochem 2007;142:95–104.

34. Ichise T, Adachi S, Ohishi M, Ikawa M, Okabe M, Iwamoto R, et al.
Humanized gene replacement in mice reveals the contribution of
cancer stroma-derived HB-EGF to tumor growth. Cell Struct Funct
2010;35:3–13.

35. Nolan-Stevaux O, Truitt MC, Pahler JC, Olson P, Guinto C, Lee DC,
et al. Differential Contribution to Neuroendocrine Tumorigenesis of
Parallel Egfr Signaling in Cancer Cells and Pericytes. Genes Cancer
2010;1:125–41.

36. Mine N, Iwamoto R, Mekada E. HB-EGF promotes epithelial cell
migration in eyelid development. Development 2005;132:4317–26.

37. Itoh Y, Seiki M. MT1-MMP: a potent modifier of pericellular microen-
vironment. J Cell Physiol 2006;206:1–8.

38. Zhai Y, Hotary KB, Nan B, Bosch FX, Munoz N, Weiss SJ, et al.
Expression of membrane type 1 matrix metalloproteinase is associ-
ated with cervical carcinoma progression and invasion. Cancer Res
2005;65:6543–50.

39. Koshikawa N, Mizushima H, Minegishi T, Iwamoto R, Mekada E, Seiki
M. Membrane type 1-matrix metalloproteinase cleaves off the NH2-
terminal portion of heparin-binding epidermal growth factor and
converts it into a heparin-independent growth factor. Cancer Res
2010;70:6093–103.

40. Bos PD, Zhang XH, Nadal C, Shu W, Gomis RR, Nguyen DX, et al.
Genes that mediate breast cancer metastasis to the brain. Nature
2009;459:1005–9.

41. Hoffmann AC, Danenberg KD, Taubert H, Danenberg PV, Wuerl P. A
three-gene signature for outcome in soft tissue sarcoma. Clin Cancer
Res 2009;15:5191–8.

Murata et al.

Cancer Res; 71(21) November 1, 2011 Cancer Research6642

 American Association for Cancer Research Copyright © 2011 
 on November 1, 2011cancerres.aacrjournals.orgDownloaded from 

Published OnlineFirst October 18, 2011; DOI:10.1158/0008-5472.CAN-11-0034

http://cancerres.aacrjournals.org/
http://www.aacr.org/

