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Abstract

Background: Ovarian cancer has the highest mortality rate of all gynecologic malignancy. The receptor tyrosine
kinases (RTKs), including EGFR, ERBB2, PDGFR, VEGFR and MET, are activated in subsets of ovarian cancer,
suggesting that these kinases might represent novel therapeutic targets. However, clinical trials have not or just
partially shown benefit to ovarian cancers treated with EGFR, ERBB2, or PDGFR inhibitors. Despite multiple RTK
activation in ovarian cancer pathogenesis, it is unclear whether transforming activity is dependent on an individual
kinase oncoprotein or the coordinated activity of multiple kinases. We hypothesized that a coordinated network of
multi-RTK activation is important for the tumorigenesis of ovarian cancers.

Results: Herein, we demonstrate co-activation of multiple RTKs (EGFR, ERBB2, ERBB4, MET and/or AXL) in individual
ovarian cancer cell lines and primary tumors. We also show that coordinate inhibition of this multi-kinase signaling
has substantially greater effect on ovarian cancer proliferation and survival, compared to inhibition of individual
activated kinases. The inhibition of this multi-RTK signaling by HSP90 suppression results in profound pro-apoptotic
and anti-proliferative effects, and is associated with the inactivation of RTK downstream PI3-K/AKT/mTOR and RAF/
MAPK signaling.

Conclusion: These studies suggest that anti-multiple RTK strategy could be useful in the treatment of ovarian
cancer.
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Background
Ovarian cancer is a leading cause of cancer death among
women in Western Europe and the United States, which
has the highest mortality rate of all gynecologic malig-
nancy [1,2]. Ovarian cancer histologic subtypes include
epithelioid (serous, endometrioid, mucinous, clear cell
and undifferentiated) and non-epitheliod [3], of which
the epithelioid subtype accounts for 90% of ovarian
malignancies [4]. Although more than 70% patients have
increased 5-year survival rates after surgery followed by
chemotherapy and second-line therapies [5], the low
overall cure rates and the intolerable side effects of sys-
temic chemotherapy asks for the development of novel

and more effective pharmacological interventions.
An improved understanding of ovarian cancer biology -
including crucial growth factor signaling pathways - is
needed for the identification of biologically rational
targets for novel therapies.
The increasing evidences suggest that receptor

tyrosine kinase (RTK) activation participates in the
oncogenic progression from nonneoplastic mesothelial
lining of the ovaries or the fallopian tube epithelium to
epithelial ovarian cancer. Epidermal growth factor recep-
tor (EGFR) is amplified in approximately 4%-22% of
ovarian cancer and activating EGFR mutations is rare
with a frequency of 4% or less [6-8]. EGFR upregulation
is detected in ~60% ovarian cancer and associated with
increased tumor cell proliferation, advanced tumor
grades and poor patient prognosis [6,7]. Furthermore,
the EGFR small molecular inhibitors gefitinib and erloti-
nib inhibited EGFR-mediated AKT and MAPK phos-
phorylation and decreased tumor cell proliferation in
some ovarian cancer cell lines and tumor xenograft
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models [3]. ERBB2 overexpression and amplification are
present in a subset of epithelial ovarian cancer and ser-
ous carcinoma [9,10]. Anti-ERBB2 Trastuzumab and
lapatinib inhibited the proliferation and tumor growth
in ovarian cancers with ERBB2 upregulation [3,9,11].
More recently, an activated ERBB3/NRG1 autocrine
loop has been demonstrated to support tumor cell pro-
liferation in a subset of primary ovarian cancers and
ovarian cancer cell lines [12]. The MET receptor tyro-
sine kinase and its ligand (hepatocyte growth factor,
HGF) are highly expressed in ovarian cancers, and MET
inactivation by small molecular inhibitor and siRNA
reduced tumor burden and metastasis in nude mice
with ovarian cancer [13,14]. EPHA2 is overexpressed in
many types of human cancer but is absent in normal
epithelial tissues [15]. EPHA2 inhibition by dasatinib or
a novel immunoconjugate containing an anti-EPHA2
monoclonal antibody linked to a chemotherapeutic
agent, shows antitumor activity against EPHA2-positive
ovarian cancer cell lines and mouse tumor models
[15,16]. Platelet derived growth factor receptor (PDGFR)
is expressed in 50-80% of ovarian cancers [17]. High
expression of PDGFR has been correlated with aggres-
sive tumor phenotypes including high proliferation
index and advanced histologic grade [18]. PDGFR inacti-
vation by both RNAi and a neutralizing antibody, results
in significant anti-proliferative effects in ovarian cancer
cells [19]. High expression of VEGF (vascular endothe-
lial growth factor) and its receptors (VEGFR-1, -2, and-
3) has been associated with poor prognosis in ovarian
cancer [20,21]. Anti-angiogenic Pazopanib or sunitinib
suppressed tumor growth in preclinical ovarian cancer
models [2]. The AXL receptor tyrosine kinase protein,
and its ligand Gas 6 (growth arrest-specific gene 6) are
expressed significantly higher in ovarian cancers than in
normal ovaries, although its role in the tumorigenesis of
ovarian cancer needs further studies [22].
In addition, numerous evidences have indicated the

association between TP53 mutations in ovarian cancer
and prognosis. Most high-grade serous carcinomas are
characterized by TP53 mutations and lack of mutations
of KRAS, BRAF, or ERBB2 [23]. Mutant p53 is almost
invariably present and plays a crucial role in the mole-
cular pathogenesis of high grade serous carcinoma [24].
In recent years, RTK-targeted cancer therapies - for

example, anti-ERBB2 in breast cancer [25], anti-KIT and
PDGFA in gastrointestinal stromal tumors (GISTs) [26],
anti-BCR-ABL in chronic myelogenous leukemia [27]
and anti-EGFR in non-small-cell lung cancer [28] - have
seen widespread clinical use. However, despite the
abovementioned evidence for tyrosine kinase activation
in ovarian cancer pathogenesis, targeted anti-kinase
therapies just had only minimal or partial clinical
response in patients with ovarian cancer [2,3]. In the

current studies we demonstrate the simultaneous
activation of multiple RTKs - including EGFR, ERBB2,
MET, and/or AXL - in individual ovarian cancer cell
lines and primary tumors. We also showed that HSP90
inhibition is a compelling approach to inactivate multi-
ple RTKs. The inhibition of multiple RTKs had superior
effect in maximizing apoptosis and anti-proliferation
compared to the inactivation of any single RTK inhibi-
tion in these models. These studies highlight multiple
RTK inactivation by HSP90 inhibition as a novel
therapeutic strategy in ovarian cancer.

Materials and methods
Antibodies and reagents
Monoclonal antibodies to EGFR (immunoprecipitation),
phosphotyrosine (PY99), p53 and PCNA and polyclonal
antibodies to EGFR, ERBB4, MET and AXL were from
Santa Cruz Biotechnology (Santa Cruz, CA, USA).
Polyclonal antibodies to AKT and cleaved caspase 8 were
from Cell Signaling Technology (Beverly, MA, USA).
Antibodies to ERBB2, MAPK, and PARP were from
Zymed/Invitrogen Laboratories (Invitrogen life Technol-
ogies, Carlsbad, CA, USA). Phospho-specific antibodies
and monoclonal antibody to S6 were from Cell Signaling
Technology. Monoclonal antibody to p27 was from BD
Transduction Laboratories (San Jose, CA). Monoclonal
antibody to b-actin, lentiviral AXL shRNA constructs,
and polybrene were from Sigma-Aldrich (St, Louis,
MO, USA). Targeting AXL sequences: GCTGTGAA-
GACGATGAAGATT (shRNA1); CTTTAGGTTCTTTG
CTGCATT (shRNA2); CGAAAGAAGGAGACCCGT-
TAT (shRNA3). Control scrambled shRNA: AAGUU-
CAG GUCGAUAUGUGCA.
Human Phospho-RTK Array Kit was from R&D Sys-

tems (Minneapolis, MN, USA). 17-allyloamino-17-
demethoxygeldanamycin (17-AAG) and gefitinib were
obtained from LC Laboratories (Woburn, MA, USA)
and PHA-665752 was from Tocris Biosciences (St.
Louis, MO, USA). AUY922 was obtained from Selleck
(Shanghai, China). All inhibitors were reconstituted in
DMSO. Protein A- and Protein G-sepharose beads were
purchased from Zymed Laboratories (Invitrogen Life
Technologies).

Ovarian cancer cell Lines
Ovarian cancer cell lines derived from serous (SKOV3
and OVCA429), and clear cell (ES2) adenocarcinomas
were used in this study. Ovarian cancer cells are kind
gifts from Dr. Ross Berkowitz in the Laboratory of
Gynecologic Oncology at Brigham and Women’s Hospi-
tal and Harvard Medical School. Ovarian cancer cell
lines were maintained in RPMI 1640 with 10% fetal
bovine serum (FBS) containing penicillin/streptomycin
and L-glutamine.
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Frozen tumor specimens
All frozen tumor specimens (Chinese patients) were
obtained from Shengjing Hospital of China Medical
University. These studies were approved by the China
Medical University Institutional Review Board, under a
discarded tissues protocol. p1, p2, p3, p8, p9, p10, p11,
p12, p13, and p14 were epithelioid type ovarian cancers;
p4, p6, and p15 were non-epithelioid type ovarian can-
cers; and p5 and p7 were borderline mucinous
cystadenomas.

Phospho-RTK array analysis
The Human Phospho-RTK Array Kit was used to deter-
mine the relative levels of tyrosine phosphorylation of
42 distinct RTKs. Phospho-RTK arrays were performed
as product protocol. Briefly, After serum starved for
2 h, SKOV3, OVCA429, and ES2 lysates were prepared
using lysis buffer (1% NP-40, 50 mM Tris-HCl pH 8.0,
100 mM sodium fluoride, 30 mM sodium pyropho-
sphate, 2 mM sodium molybdate, 5 mM EDTA, 2 mM
sodium orthovanadate) containing protease inhibitors
(10 μg/mL aprotinin, 10 μg/mL leupeptin, 1 mM phe-
nylmethylsulfonyl fluoride). The arrays were incubated
with 500 μg of protein lysates overnight at 4°C after
blocking 1 h by using Array Buffer1. The arrays were
washed and incubated with a horseradish peroxidase-
conjugated phospho-tyrosine detection antibody
(1:5000). Detection was by chemiluminescence (Immo-
bilonTM Western, Millipore Corporation, MA), cap-
tured using a FUJI LAS 1000-plus chemiluminescence
imaging system.

Protein lysate preparations and immunoblotting
Phosphorylation of RTK and downstream signaling was
performed by immunoblotting ovarian cancer cell
lysates after treatment with 17-AAG or AUY922 for 4
h in serum free medium. Total RTK expression, prolif-
eration and apoptosis marker immunoblotting studies
were performed using cell lysates after 48 h treatment
in serum containing media. Frozen tumor samples
were diced into small pieces in cold lysis buffer on dry
ice and homogenized using a Tissue Tearor (Biospec
Products, Inc. USA) for three or five seconds, 3-5
times, on ice, and the cell lysate was then rocked for
overnight at 4°C. Lysates were spined down by centri-
fugation at 14,000 rpm for 30 min at 4°C, and lysate
protein concentrations were determined using a Bio-
Rad protein assay (Bio-Rad Laboratories Hercules, CA,
USA). Electrophoresis and immunoblotting were per-
formed as described previously [29], with hybridization
signals detected by chemiluminescence (ImmobilonTM
Western, Millipore Corporation, MA) and captured
using a FUJI LAS1000-plus chemiluminescence ima-
ging system.

Immunoprecipitation
Ovarian cancer cell lysates were prepared after serum
starved for 2 h or treatment with 1 μM 17-AAG in
serum free medium for 6 h. One mg of protein lysate
was precleared for 30 min using 30 μl of protein G or
protein A beads at 4°C. Two μg of EGFR, ERBB2,
ERBB4, MET, or AXL antibody was added to the super-
natants and rocked for 2-4 h at 4°C. Then 25 μL of
sepharose-protein G or -protein A beads were added
and rocked overnight at 4°C, then centrifuged at 14,000
rpm for 2 min at 4°C, after which the sepharose beads
were washed 3 times with 750 μL of IP buffer (25 min/
each time) and once with 750 μL 10 mM Tris-Cl buffer
(pH7.6). Loading buffer (20 μL) was added to the beads
and boiled for 5 min at 95°C.

Lentivirus preparation
Lentivirus preparations were produced by cotransfecting
empty vector pLKO.1puro with AXL shRNA, and helper
virus packaging plasmids pCMV Δ R8.91 and pMD.G
(at a 10:10:1 ratio) into 293T cells. Transfections were
carried out using lipofectamine and PLUS reagent. Len-
tiviruses were harvested at 24, 36, 48, and 60 h post-
transfection. Virus was frozen at -80°C in appropriately
sized aliquots for infection.

Cell Culture and Virus infection
OVCA429 cells were cultured in RPMI 1640 medium
with 10% fetal bovine serum and seeded in six-well
plates. Lentiviral shRNA infections were carried out in
the presence of 8 μg/mL polybrene. Cells were lysed for
western blot analysis at 72 h post-infection.

Cell proliferation and apoptosis assays
SKOV3, OVCA429, and ES2 cells were plated at 4, 000
cells/well in a 96-well flat-bottomed plate (Falcon, Lin-
coln NJ) and cultured in media for 24 hours before
being infected with lentiviral AXL shRNAs or different
inhibitors, which included gefitinib (1 μM), PHA-665752
(1 μM) alone or combination, 17-AAG (0.1, 0.25, 0.5
and 1 μM), and AUY922 (0.1, 0.25, 0.5 and 1 μM). Cell
viability and apoptosis were determined after treatment
with inhibitors for 24 hours, and 3 and 6 days using
the Caspase-Glo 3/7 assay kit and the CellTiter-Glo
luminescent assay from Promega (Madison, WI), and
measured using a Veritas™ Microplate Luminometer
(Turner Biosystems, Sunnyvale, CA). The data were
normalized to the control group (scrambled shRNA or
DMSO). All experimental points were set up in four
replicate wells and independently performed in
triplicate.
Apoptosis was also evaluated using PE Annexin V

Apoptosis Detection Kit I (BD Pharmingen™, USA).
Briefly, SKOV3, OVCA429, and ES2 cells in 6-well
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plates were treated with 17-AAG or AUY922 for
48 hours, trypsinized and washed twice with cold Hanks
Balanced Salt Solution and treated with 5 μl of PE
Annexin V and 5 μl 7-AAD in 1X Binding Buffer for 15
minutes at RT (25°C) in dark. The stained cells were
analyzed in a flow cytometer within 1 hour and ModFit
LT (Machitosh) was used to analyze the data.

Cell cycle analysis
SKOV3, OVCA429, and ES2 cells in 6-well plates were
treated with 17-AAG or AUY922 for 48 hours, then
trypsinized and washed once with Hanks Balanced Salt
Solution. For nuclear staining, cells were fixed by 70%
ethanol for 24 h. A propidium iodide (PI)-containing
solution (Roche) was added to the cells and incubated
for 15 minutes at 37°C. The cell suspension was ana-
lyzed on a flow cytometer within 48 hours and ModFit
LT (Machitosh) was used to fit the data.

Statistical analysis
Student’s t-tests was performed to analyze data from
cells treated with control DMSO or 17-AAG/AUY922,
as well as cells treated with control scrambled shRNA
+DMSO or combination of gefitinib, PHA, and AXL
shRNA1/AXL shRNA2. Statistically significant differ-
ences were defined as P < 0.05 and P < 0.01.

Results
Expression and activation of multiple RTKs in ovarian
cancer cells
By phospho-RTK assays, the expression and activation
of EGFR, ERBB2, ERBB4 and MET were activated in
SKOV3 cells, and EGFR, MET and AXL in OVCA429
cells, and EGFR in ES2 cells under serum starved
medium condition (Figure 1).

Activation and/or expression of multiple RTK EGFR,
ERBB2, ERBB4, MET, and AXL in ovarian cancer cell
lines were further validated by immunoblotting with
phospho-specific antibodies; As shown in Figure 2A,
EGFR, ERBB2, ERBB4, and MET in SKOV3, EGFR,
MET, and AXL in OVCA429, and EGFR in ES2 were
strongly phosphorylated (Figure 2A). EGFR, MET, and
AXL activation in the ovarian cancer lines was compar-
able to that in MESO924 cells (Figure 2A), which are
known to feature strong activation of these RTK [30].
By contrast, activation of EGFR, ERBB2, MET, and AXL
was weak-to-undetectable in Hela cells. Co-activation
and co-expression of multiple RTKs were further con-
firmed in these cells by immunoprecipitation with RTK-
specific antibodies and immunoblotted with phosphotyr-
osine (PY99) antibody (Figure 2B). Immunoblotting
showed strong and moderate p53 expression in ES2 and
OVCA429, respectively, whereas p53 was undetectable
in SKOV3 (Figure 2A).
We further evaluated the simultaneous expression/

activation of multiple RTKs by immunoblotting and
immunoprecipitation in 15 primary ovarian tumors
including 3 non-epithelial ovarian tumor (p4, p6, and
p15), and 12 epithelial ovarian tumors (p1-p3, and p8-
p14) (Figure 2C and 2D). Receptor EGFR, ERBB2, MET,
and AXL were strongly co-activated in most primary
ovarian tumors (Figure 2C and 2D).
We next compared the inhibitionary effect of tumor

cell proliferation between HSP90 inhibitor 17-AAG and
various individual kinase inhibitors. EGFR, MET, and
AXL signaling pathways in OVCA429 cells were blocked
individually by EGFR inhibitor gefitinib, MET inhibitor
PHA665752, or shRNA specific to AXL; various combi-
nation of kinase inhibitors were also performed, As
shown in Figure 3A, the most striking reduction in cell
viability was seen in cells treated with 17-AAG or com-
bination of all 3 kinase inhibitors with ~75% cell
decrease observed. EGFR and MET inhibitors alone or
together had mild or little effects on cell viability. AXL
inhibition by lentiviral shRNA1 and shRNA2 resulted in
50% and 25% inhibition of cell viability in OVCA429,
respectively, whereas combination of EGFR/MET and
AXL inhibition resulted in 65% reduction in viability
(Figure 3A). The AXL shRNA-mediated knockdown
resulted in ~95% (AXL shRNA1) and 60% (AXL
shRNA2 and shRNA3) decrease of AXL protein expres-
sionin OVCA429 (Figure 3B).

Inactivation of multi-RTKs and downstream
intermediates by HSP90 inhibition
The observation that individual RTK inhibitors have
little effect on cell viability (Figure 3A), suggested that
activation of any one RTK is insufficient to sustain ovar-
ian cancer growth and/or survival. Because the effect of

Figure 1 Coactivation of multiple RTKs in ovarian cancer cell
lines. Total cell lysates (500 μg) from SKOV3, OVCA429, and ES2
cells that were maintained under serum starved medium for 2 h
were subjected to phospho-RTK array. Positive duplicated spots for
individual RTK were numbered and indicated on the right of the
array. Two dots at each corner indicate positive controls and eight
dots at the lower right indicate negative controls.
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HSP90 inhibition on cell viability were comparable, or
greater than combination of EGFR, MET, and AXL sup-
pression (Figure 3A), and multiple RTK EGFR, ERBB2,
MET, and/or AXL were simutaneously activated in indi-
vidual ovarian cancer cells (Figure 1 and 2), we hypothe-
sized that the HSP90 inhibition collectively inactivated
RTK downstream intermediates including PI3-K/AKT/
mTOR and RAF/MAPK signaling. HSP90 has crucial
roles in maintaining the conformation and stability of
many activated RTKs, including EGFR, ERBB2, and
MET [31]. We therefore evaluated whether HSP90 inhi-
bition collectively inactived multiple RTKs and their
downstream signaling pathways, which have been impli-
cated in maintaining proliferation and survival in ovar-
ian cancers [3,13].

In SKOV3 and OVCA429, phosphoRTK evaluations of
ovarian cancer total cell lysates demonstrated co-activa-
tion of multiply RTKs (Figure 1A). EGFR, ERBB2,
ERBB4, and MET immunoprecipitations in SKOV3,
EGFR, MET, and AXL immunoprecipitations in
OVCA429, and EGFR immunoprecipitation in ES2,
from DMSO vs. 17-AAG treated ovarian cancer cells
confirmed 17-AAG mediated inhibition of multi-RTK
tyrosine phosphorylation, as demonstrated by phospho-
tyrosine (PY99) immunostaining (Figure 4A). Immuno-
blotting evaluations of ovarian cancer total cell lysates
also demonstrated inactivation of EGFR, ERBB2, and
MET after 17-AAG treatment (Figure 4B). Inhibition of
total EGFR, ERBB2, MET and AXL expression was seen
in all ovarian cancer cell lines after treatment with

Figure 2 Immunoblotting and immunoprecipitation evatulations of multi-RTK coactivation in ovarian cancer cell lines and primay
tumors. A) Imunoblotting evaluations of EGFR, ERBB2, ERBB4, MET, AXL and p53 expression and/or activation in ovarian cancer cell lines (SKOV3,
OVCA429 and ES2), mesothelioma cell line (MESO924, positive control), and Hela cell line (negative control). B) The activation of EGFR, ERBB2,
ERBB4, MET, and AXL was validated by immunoprecipitation followed by phosphotyrosine and EGFR, ERBB2, ERBB4, MET, and AXL
immunoblotting in ovarian cancer cell lines (SKOV3, OVCA429 and ES2). C) Imunoblotting evaluations of EGFR, ERBB2, ERBB4, MET, and AXL
expression and/or activation in ovarian cancer primary frozen tumors (p1-p15). D) The activation of AXL was validated by immunoprecipitation
followed by phosphotyrosine and AXL immunoblotting in ovarian cancer primary frozen tumors.
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17-AAG in serum-containing medium for 48 hours
(Figure 4C). AKT and S6 were substantially and dose-
dependently inactivated in all three ovarian cancer cell
lines after HSP90 inhibition, whereas MAPK was inacti-
vated in two of the ovarian cancer lines (SKOV3 and
OVCA429) (Figure 4B).

HSP90 regulation of ovarian cancer proliferation
We extended our studies of HSP90 inhibition on
proliferation to several ovarian cancer cell lines. Cell
proliferation, as assessed using an ATP-based cell via-
bility assay (CellTiter-Glo), was strongly inhibited in

all ovarian cancer cell lines after HSP90 inhibition by
17-AAG (Figure 5A). Treatment with 17-AAG showed
more profound anti-proliferative effects at day 6 than
day 3. Cell proliferation IC50s at Day 6 were 350 nM
for SKOV3, and 100 nM for OVCA429, and 750 nM
for ES2, suggesting that 17-AAG anti-proliferative
effects are more pronounced in ovarian cancer cells
with multiply RTK activation (SKOV3 and OVCA429)
than in ovarian cancer with single RTK activation
(ES2). HSP90 inhibition also suppressed the expression
of proliferation cell nuclear antigen (PCNA) prolifera-
tion marker in all three ovarian cancer lines; no

Figure 3 Consequences of single vs. combination tyrosine kinase inhibitor treatments on ovarian cancer viability. A) Cell viability, in
ovarian cancer cell line OVCA429, was evaluated by the CellTiter-Glo luminescence assay after 72 h treatment with EGFR (1 μM gefitinib), MET (1 μM
PHA665752), or AXL (AXL shRNA1 and AXL shRNA2) inhibitor alone and together, and HSP90 inhibitors (1 μM 17-AAG). The data were normalized to
the DMSO control, and represent the mean values (± s.d.) of quadruplicate cultures (*p < 0.05, **P < 0.01, n = 3). B) Imunoblotting evaluations of AXL
expression in OVCA429 cells post-infection AXL shRNA at 72 h.
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apparent change of p53 expression was detected in
these cells (Figure 4C).
The 24 or 48 hour 17-AAG treatments induced apop-

tosis, as evidenced by an increase of caspase3/7 activity
(Figure 5B), the expression of caspase 8, and PARP clea-
vage (Figure 4C). Ovarian cancer lines analyzed at 48 h
post 17-AAG treatment had dramatic increase in apop-
totic cells compared to matched vehicle-treated cells
(Figure 5C and Additional File 1 Table S1). The apopto-
sis was most prominent in SKOV3, the same cell line
showing the highest level of nuclear fragmentation after
17-AAG treatment (Figure 5D).
Cell cycle analyses demonstrated a dose-dependent

G2/G1 block with decreased S-phase population, and
increased apoptotic portion (pre-G1 peak) in cells
treated with HSP90 inhibitior 17-AAG (Figure 5D).
Cell-cycle analysis in SKOV3 and OVCA429 showed
a G2 block after HSP90 inhibition with an increase in
the G2 peak from 12% and 10% in control cells to 24%
and 20% after 17-AAG treatment, respectively (Figure
5D). This was accompanied by a decrease in the S-phase
population from 14% and 13% of control cells to 8% of
17-AAG treated cells, respectively. ES2 cells showed a
mild G1 block after HSP90 inhibition with an increase
in the G1 peak from 74% of control to 78% of 17-AAG-
treated cells (Figure 5D).

HSP90 inhibition by a novel and pharmacologically
favourable agent, AUY922, in ovarian cancer
AUY922 is a novel isoxazole-based HSP90 inhibitor,
causes the degradation of multiple oncogenic cellular
proteins and preclinical data suggest broad antitumor
activity [32]. Because AUY922 has likely clinical advan-
tages compared to 17-AAG, we evaluated AUY922 on
RTK expression, RTK activation cell-cycle checkpoint
protein expression, cell viability and apoptosis.
SKOV3 and OVCA429 were incubated with AUY922

for 48 h and subjected to western blot analyses. The
phosphorylation of EGFR, ERBB2, MET, AXL, AKT,
MAPK and S6 were all inhibited (Figure 6A); the total
EGFR, ERBB2, MET, AXL and AKT expression were
also inhibited (Figure 6B). These alterations were asso-
ciated with upregulation of p27 (Figure 6B), consistent
with cell cycle arrest induced by AUY922. Substantial
reduce in cell viability was detected in both ovarian can-
cer cell lines by AUY922 (Figure 6C), and apoptosis was
evidenced by caspase 8, and PARP cleavage, a significant
increase in caspase 3/7 activity (Figure 6B and 6D), and
a dramatic increase in apoptotic cells compared with
matched vehicle-treated cells (Figure 6E and Additional
File 1, Table S1). Cell cycle analyses demonstrated a G2
block in SKOV3 and OVCA429 treated with AUY922
(Figure 6F).

Figure 4 Inactivation of multi-RTKs and downstream intermediates by HSP90 inhibition. A) Inhibition of EGFR, ERBB2, ERBB4, AXL and MET
phosphorylation in cell immunoprecipitates after 4 h 17-AAG (1 μM) treatment in serum-free medium. B) Immunoblotting evaluated effects of
HSP90 inhibitor 17-AAG on RTK EGFR, ERBB2, and MET, and intermediate AKT, S6 and MAPK activation, after 4 h treatment in serum-free
medium. C) Effects of HSP90 inhibitor 17-AAG on EGFR, ERBB2, MET, AXL, PCNA, p53, Caspase 8 and PARP expression in ovarian cancer lines,
after 48 h 17-AAG treatment in serum-containing medium. b-actin stain is a loading control.
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Discussion
Ovarian cancer has the highest mortality rate of all
gynecologic malignancy. Available therapies, including
surgery, radiation, and chemotherapy, have not substan-
tially improved survival for patients with ovarian cancer.
Thus, there is an urgent need to further characterize
ovarian cancer biologically and validate novel targeted
therapies. Although the increasing evidence indicates
tyrosine kinase activation promotes biological progres-
sion from nonneoplastic mesothelial lining of the ovaries
or the fallopian tube epithelium to epithelial ovarian
cancer, the clinical trials of small molecular tyrosine
kinase inhibitors and monoclonal antibodies to RTK in
patients with ovarian cancer failed to demonstrate clini-
cal benefit [2]. For example, treatment of ovarian

tumors with anti-EGFR or PDGFR agents had little
response [33,34]. The reasons for this lack of efficacy of
anti-RTK agents in ovarian cancer are unknown.
In our initial studies, we have evaluated the phosphor-

ylation and expression of RTKs in individual ovarian
cancer cell lines and primary frozen tumors (Figures 1
and 2). Our results suggested that the simultaneous acti-
vation of multi-RTK (EGFR, ERBB2, ERBB4, MET and/
or AXL) in individual ovarian cancer contribute to the
drug resistance to individual RTK inhibitors in ovarian
cancer. Our results are in line with a recent study show-
ing that cells with coactivation of RTKs were resistant
to chemotherapy [35].
MET is highly expressed at different stages of neoplas-

tic progression and capable of inducing the proliferation

Figure 5 HSP90 regulation of ovarian cancer proliferation and survival. A) Ovarian cancer cell viability was determined by the CellTiter-Glo
assay after 3 and 6 day treatment with HSP90 inhibitor, 17-AAG. The data were normalized to the DMSO control, and represent the mean values
(± s.d.) of quadruplicate cultures (*p < 0.05, **P < 0.01, n = 3). B) Apoptosis was evaluated in ovarian cancer cell lines, at 24 h after treatment
with 17-AAG. Caspase 3/7 activity was measured using a Caspase-Glo luminescence assay. The data were normalized to the DMSO control, and
represent the mean values (± s.d.) from quadruplicate cultures (*p < 0.01, n = 3). C) Apoptosis analyses following 17-AAG (0.5 and 1 μM)
treatment for 48 hours by using PE Annexin V Apoptosis Detection Kit I. D) Cell cycle analyses after 48 hours inhibitor treatment in serum-
containing medium.

Jiao et al. Molecular Cancer 2011, 10:125
http://www.molecular-cancer.com/content/10/1/125

Page 8 of 12



Figure 6 Biochemical effects of HSP90 inhibitor AUY922 in ovarian cancer cell lines. A) EGFR, ERBB2, MET, AXL, AKT, MAPK and S6 are
inhibited, after 4 h AUY922 treatment in serum-free medium. b-actin stain is a loading control. B) Inhibition of EGFR, Erbb2, MET, AXL and AKT
expression, with concomitant upregulation of p27, and variable Caspase 8 and PARP cleavage, after 48 h AUY922 treatment in serum-containing
medium. b-actin stain is a loading control. C) Ovarian cancer cell viability was determined by the CellTiter-Glo assay after 72 h treatment with
HSP90 inhibitor, AUY922. The data were normalized to the DMSO control, and represent the mean values (± s.d.) of quadruplicate cultures (*p <
0.05, **P < 0.01, n = 3). D) Apoptosis was evaluated in ovarian cancer cell lines, at 72 h after treatment with AUY922. Caspase 3/7 activity was
measured using a Caspase-Glo luminescence assay. The data were normalized to the DMSO control, and represent the mean values (± s.d.) from
quadruplicate cultures (*p < 0.05, **P < 0.01, n = 3). E) Apoptosis analyses following AUY922 (0.5 and 1 μM) treatment for 48 hours by using PE
Annexin V Apoptosis Detection Kit I. F) Cell cycle analyses after 48 hours inhibitor treatment in serum-containing medium.
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of ovarian cancer cells [36]. Several studies confirmed
the important role of HGF/MET signaling in the trans-
formation of surface ovarian epithelial cells and in the
growth and dissemination of ovarian cancer [37,38].
Blocking the MET signaling by the MET inhibitors, PF-
2341066, or by specific MET RNAi had antiproliferative
effects and reduced tumor metastasis in ovarian cancer
cells, possibly by suppressing MET-dependent PI3-K/
AKT and RAF/MAPK signaling pathways [13,14]. In our
present study, PHA-665752, a MET inhibitor, had mild
effect in OVCA429 cell viability (Figure 3A), and PHA-
665752 inhibition of viability did not correlate with
baseline MET tyrosine phosphorylation in ovarian can-
cer (Figure 1 and 2B). Similarly, only a mild effect on
ovarian cancer viability were detected after gefitinib-
mediated EGFR inhibition and the cell death did not
correlate with baseline EGFR tyrosine phosphorylation
(Figure 1 and 2A, 2B and 2C), in spite of strong EGFR
expression in many ovarian cancers (Figure 2A and 2C)
[6,7]. Our findings are in consistent with the lack of effi-
cacy of gefitinib or erlotinib in ovarian cancer clinical
trials [3]. The combination inhibition of EGFR and
MET by gefitinib and PHA665752 (1 μM) had similar
anti-proliferative effects to the inhibition by each of
RTKs (Figure 3A). AXL is another receptor tyrosine
kinase known to be involved in ovarian cancers; AXL
promoted proliferation in glioma cells and breast cancer
cells [39,40], and AXL upregulation and activation was
detected in ovarian cancers over normal ovaries (Figure
1 and 2) [22]. Our studies showed that AXL knockdown
by RNA interference inhibited cell proliferation by 65%
in OVCA429 cells, and the combination inhibition of
EGFR, MET, and AXL inhibition resulted in 75%
decrease in cell viability (Figure 3A).
HSP90 inhibition has shown anti-proliferative effects

against ovarian preclinical models [41-43], however, the
molecular mechanisms are unclear. Our studies show
that multiple receptor tyrosine kinases are co-activated
in individual ovarian cancer cells. The HSP90 inhibition
led to the dephosphorylation and degradation of EGFR,
ERBB2, ERBB4, MET and AXL in various ovarian can-
cer cells. Our studies showed that the phosphorylated
forms of the RTKs were more sensitive to HSP90 inhibi-
tor-mediated degradation (Figure 4A, B and 6A). Many
protein kinases are degraded by a phosphorylation-
dependent ubiquitin-proteasome system (UPS) [44].
CDC37, a co-chaperone of HSP90, stabilizes client pro-
teins following their interaction with HSP90 and regu-
lates protein kinase activity [45]. Treatment with HSP90
inhibitors such as 17-AAG or AUY922 led to UPS-
dependent degradation of activated RTKs and total
RTKs in a time-dependent manner, as those seen in
GISTs and mesothelioma with HSP90 inhibition [46,30].
Moser C, et al. also pointed out the cancer selectivity

and antitumoral effects of HSP90 inhibitors are regu-
lated by affecting multiple targets and pathways, and
identification of biomarkers such as RTK will be crucial
for successful design and monitoring of targeting HSP90
therapies [47]. Furthermore, inhibition of HSP90 affects
the tumor microenvironment by medicating non-malig-
nant cells, such as endothelial cells and pericytes [47].
HSP90 inhibition by 17-AAG or AUY922 induced G1/

G2 arrest and dramatic cell apoptosis (Figure 4C and
5B-D; Figure 6B and 6D-F). While treatment with 17-
AAG induced the most markedly apoptosis in SKOV3
(Figure 5B, Figure 5C and Additional File 1, Table S1),
AUY922 induced dramatic apoptosis in both SKOV3
and OVCA429 cells (Figure 6D, E and Additional File 1
Table S1).
The HSP90 inhibitor had a similar or greater anti-

proliferation effect on various ovarian cancer cells
compared to the combination inhibition of multiple
RTKs (Figure 3A). Our studies also showed that indivi-
dual RTK inhibitors have little or mild effect on ovar-
ian cancer cell viability (Figure 3A). Taking together,
these results suggested that the drugs targeting multi-
ple RTK signaling simultaneously such as HSP90 inhi-
bitors may be more effective in the treatment of
ovarian cancer. So far, thirteen HSP90 inhibitors have
been tested in clinical trial evaluation [48,49].
Although the HSP90-targeted drugs are currently not
approved for clinical use, considerable progress has
been made on various tumors trails including meta-
static melanoma, multiple myeloma, non-small cell
lung cancer, and leukaemia [48]. The HSP90 inhibitor
17-AAG has substantial activity against various human
cancers in pre-clinical models by selectively degrading
HSP90-client oncoproteins [50,51]. 17-AAG is now in
Phase III validation with an improved formulation that
overcomes several toxicities [49]. Several chemically
different HSP90 inhibitors with improved oral biologi-
cal availability have also been testing in clinic trial or
will enter clinical trails [48]. Our current studies pro-
vided a mechanistic basis for the use of HSP90 inhibi-
tors in ovarian cancer therapy.
Common downstream signaling of multiple RTK

activation include the activation of PI3-K, mTOR and
MEK, which play key roles in regulating survival, pro-
tein translation, and proliferation, respectively. In addi-
tion, these key signaling intermediates are also
involved in differentiation, tissue invasion, angiogen-
esis, cell size, and cell responses to nutrients [52-54].
We have studied the activation of PI3-K, mTOR and
MEK signaling in ovarian cancer cells treated with
HSP90 inhibitor. HSP90 inhibition resulted in the inac-
tivation of the AKT, S6, and MAPK (Figure 4B and
6B), which dramatically decreased cell viability by
inducing cell apoptosis and G1/G2 cell cycle arrest
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(Figure 5, and 6) in each ovarian cancer cell line.
Although p53 mutation plays the central roles in the
molecular pathogenesis of high grade serous carcinoma
[23], the expression of wild type (OVCA429) and
mutant p53 (clear cell line ES2) was not affected after
HSP90 inhibition by 17-AAG (Figure 4C).

Conclusions
Our studies demonstrated that simultaneous activation
of multi-RTKs including EGFR, ERBB2, MET, and AXL
contributes to ovarian cancer cell proliferation and sur-
vival. HSP90 inhibition led to the inactivation of these
receptor tyrosine kinases and suppress the downstream
survival/proliferation signaling. These studies suggest
that anti-multiple RTK strategy could be useful in the
treatment of ovarian cancer.

Additional material

Additional File 1: Apoptosis analyses (%) after 17-AAG and AUY
treatment in ovarian cancer cell lines (SKOV3, OVCA429, and ES2).
Apoptosis analyses following 17-AAG (0.5 and 1 μM) and AUY922 (0.5
and 1 μM) treatment for 48 hours by using PE Annexin V Apoptosis
Detection Kit I. 17-AAG or AUY922 treatment had dramatic increase in
apoptotic cells compared to matched vehicle-treated cells.

Acknowledgements
This work was supported by grants from Educational Commission of
Liaoning Province (No. 2008776) and Liaoning Province Doctoral Program
Foundation of China (No. 20091114).

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
YJ, WO, and AW carried out the design and execution of most studies, data
analysis and interpretation, and prepared the manuscript. FM and HZ
participated in the in vitro studies and analyzed data. All authors have read
and approved the final manuscript.

Author details
1Department of Obstetrics and Gynecology, Shengjing Hospital of China
Medical University, Shenyang, P. R. China. 2Yangtze Delta Region Institute of
Tsinghua University, Jiaxing, Zhejiang, P. R. China. 3Department of
Ophthalmology, Shengjing Hospital of China Medical University, Shenyang,
P. R. China.

Received: 13 May 2011 Accepted: 30 September 2011
Published: 30 September 2011

References
1. Jemal A, Murray T, Samuels A, Ghafoor A, Ward E, Thun MJ: Cancer

statistics. CA Cancer J Clin 2003, 53:5-26.
2. Campos SM, Ghosh S: A current review of targeted therapeutics for

ovarian cancer. J Oncol 2010, 2010:149362.
3. Siwak DR, Carey M, Hennessy BT, Nguyen CT, Gahren Murray MJ, Nolden L,

Mills GB: Targeting the epidermal growth factor receptor in epithelial
ovarian cancer: current knowledge and future challenges. J Oncol 2010,
2010:568938.

4. Feeley KM, Wells M: Precursor lesions of ovarian epithelial malignancy.
Histopathology 2001, 38:87-95.

5. Baek SJ, Park JY, Kim DY, Kim JH, Kim YM, Kim YT, Nam JH: Stage IIIC
epithelial ovarian cancer classified solely by lymph node metastasis has
a more favorable prognosis than other types of stage IIIC epithelial
ovarian cancer. J Gynecol Oncol 2008, 19:223-228.

6. Lassus H, Sihto H, Leminen A, Joensuu H, Isola J, Nupponen NN, Butzow R:
Gene amplification, mutation, and protein expression of EGFR and
mutations of ERBB2 in serous ovarian carcinoma. J Mol Med 2006,
84:671-681.

7. Stadlmann S, Gueth U, Reiser U, Diener PA, Zeimet AG, Wight E,
Mirlacher M, Sauter G, Mihatsch MJ, Singer G: Epithelial growth factor
receptor status in primary and recurrent ovarian cancer. Mod Pathol
2006, 19:607-610.

8. Vermeij J, Teugels E, Bourgain C, Xiangming J, in ‘t Veld P, Ghislain V,
Neyns B, Greve JD: Genomic activation of the EGFR and HER2-neu genes
in a significant proportion of invasive epithelial ovarian cancers. BMC
Cancer 2008, 8:3.

9. McAlpine JN, Wiegand KC, Vang R, Ronnett BM, Adamiak A, Köbel M,
Kalloger SE, Swenerton KD, Huntsman DG, Gilks CB, Miller DM: HER2
overexpression and amplification is present in a subset of ovarian
mucinous carcinomas and can be targeted with trastuzumab therapy.
BMC Cancer 2009, 9:433.

10. Slomovitz BM, Broaddus RR, Burke TW, Sneige N, Soliman PT, Wu W,
Sun CC, Munsell MF, Gershenson DM, Lu KH: Her-2/neu overexpression
and amplification in uterine papillary serous carcinoma. J Clin Oncol
2004, 22:3126-3132.

11. Fleming GF, Sill MW, Darcy KM, McMeekin DS, Thigpen JT, Adler LM,
Berek JS, Chapman JA, DiSilvestro PA, Horowitz IR, Fiorica JV: Phase II trial
of trastuzumab in women with advanced or recurrent, HER2-positive
endometrial carcinoma: a Gynecologic Oncology Group study. Gynecol
Oncol 2010, 116:15-20.

12. Sheng Q, Liu X, Fleming E, Yuan K, Piao H, Chen J, Moustafa Z, Thomas RK,
Greulich H, Schinzel A, Zaghlul S, Batt D, Ettenberg S, Meyerson M,
Schoeberl B, Kung AL, Hahn WC, Drapkin R, Livingston DM, Liu JF: An
activated ErbB3/NRG1 autocrine loop supports in vivo proliferation in
ovarian cancer cells. Cancer Cell 2010, 17:298-310.

13. Sawada K, Radjabi AR, Shinomiya N, Kistner E, Kenny H, Becker AR,
Turkyilmaz MA, Salgia R, Yamada SD, Vande Woude GF, Tretiakova MS,
Lengyel E: c-Met overexpression is a prognostic factor in ovarian cancer
and an effective target for inhibition of peritoneal dissemination and
invasion. Cancer Res 2007, 67:1670-1679.

14. Zillhardt M, Christensen JG, Lengyel E: An orally available small-molecule
inhibitor of c-Met, PF-2341066, reduces tumor burden and metastasis
in a preclinical model of ovarian cancer metastasis. Neoplasia 2010,
12:1-10.

15. Lee JW, Han HD, Shahzad MM, Kim SW, Mangala LS, Nick AM, Lu C,
Langley RR, Schmandt R, Kim H, Mao S, Gooya J, Fazenbaker C, Jackson D,
Tice DA, Landen CN, Coleman RL, Sood AK: EphA2 immunoconjugate as
molecularly targeted chemotherapy for ovarian carcinoma. J Natl Cancer
Inst 2009, 101:1193-1205.

16. Konecny GE, Glas R, Dering J, Manivong K, Qi J, Finn RS, Yang GR, Hong KL,
Ginther C, Winterhoff B, Gao G, Brugge J, Slamon DJ: Activity of the
multikinase inhibitor dasatinib against ovarian cancer cells. Br J Cancer
2009, 101:1699-1708.

17. Apte SM, Bucana CD, Killion JJ, Gershenson DM, Fidler IJ: Expression of
platelet-derived growth factor and activated receptor in clinical
specimens of epithelial ovarian cancer and ovarian carcinoma cell lines.
Gynecol Oncol 2004, 93:78-86.

18. Lassus H, Sihto H, Leminen A, Nordling S, Joensuu H, Nupponen NN,
Butzow R: Genetic alterations and protein expression of KIT and PDGFRA
in serous ovarian carcinoma. Br J Cancer 2004, 91:2048-2055.

19. Matei D, Emerson RE, Lai YC, Baldridge LA, Rao J, Yiannoutsos C,
Donner DD: Autocrine activation of PDGFRalpha promotes the
progression of ovarian cancer. Oncogene 2006, 25:2060-2069.

20. Alvarez AA, Krigman HR, Whitaker RS, Dodge RK, Rodriguez GC: The
prognostic significance of angiogenesis in epithelial ovarian carcinoma.
Clin Cancer Res 1999, 5:587-591.

21. Shen GH, Ghazizadeh M, Kawanami O, Shimizu H, Jin E, Araki T, Sugisaki Y:
Prognostic significance of vascular endothelial growth factor expression
in human ovarian carcinoma. Br J Cancer 2000, 83:196-203.

22. Sun W, Fujimoto J, Tamaya T: Coexpression of Gas6/Axl in human ovarian
cancers. Oncology 2004, 66:450-457.

Jiao et al. Molecular Cancer 2011, 10:125
http://www.molecular-cancer.com/content/10/1/125

Page 11 of 12

http://www.biomedcentral.com/content/supplementary/1476-4598-10-125-S1.DOC
http://www.ncbi.nlm.nih.gov/pubmed/12568441?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12568441?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20069122?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20069122?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20037743?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20037743?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11207821?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19471577?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19471577?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19471577?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19471577?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16607561?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16607561?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16554736?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16554736?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18182111?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18182111?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20003286?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20003286?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20003286?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15284264?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15284264?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19840887?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19840887?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19840887?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20227043?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20227043?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20227043?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17308108?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17308108?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17308108?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20072648?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20072648?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20072648?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19641174?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19641174?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19861960?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19861960?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15047217?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15047217?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15047217?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15583695?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15583695?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16331269?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16331269?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10100710?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10100710?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10901370?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10901370?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15452374?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15452374?dopt=Abstract


23. Vang R, Shih IeM, Kurman RJ: Ovarian low-grade and high-grade serous
carcinoma: pathogenesis, clinicopathologic and molecular biologic
features, and diagnostic problems. Adv Anat Pathol 2009, 16:267-82,
Review.

24. Ahmed AA, Etemadmoghadam D, Temple J, Lynch AG, Riad M, Sharma R,
Stewart C, Fereday S, Caldas C, Defazio A, Bowtell D, Brenton JD: Driver
mutations in TP53 are ubiquitous in high grade serous carcinoma of the
ovary. J Pathol 2010, 221:49-56.

25. Pegram MD, Lipton A, Hayes DF, Weber BL, Baselga JM, Tripathy D, Baly D,
Baughman SA, Twaddell T, Glaspy JA, Slamon DJ: Phase II study of
receptor-enhanced chemosensitivity using recombinant humanized anti-
p185HER2/neu monoclonal antibody plus cisplatin in patients with
HER2/neu-overexpressing metastatic breast cancer refractory to
chemotherapy treatment. J Clin Oncol 1998, 16:2659-2671.

26. Demetri GD, von Mehren M, Blanke CD, Van den Abbeele AD, Eisenberg B,
Roberts PJ, Heinrich MC, Tuveson DA, Singer S, Janicek M, Fletcher JA,
Silverman SG, Silberman SL, Capdeville R, Kiese B, Peng B, Dimitrijevic S,
Druker BJ, Corless C, Fletcher CD, Joensuu H: Efficacy and safety of
imatinib mesylate in advanced gastrointestinal stromal tumors. N Engl J
Med 2002, 347:472-480.

27. Druker BJ, Talpaz M, Resta DJ, Peng B, Buchdunger E, Ford JM, Lydon NB,
Kantarjian H, Capdeville R, Ohno-Jones S, Sawyers CL: Efficacy and safety
of a specific inhibitor of the BCR-ABL tyrosine kinase in chronic myeloid
leukemia. N Engl J Med 2001, 344:1031-1037.

28. Paez JG, Janne PA, Lee JC, Tracy S, Greulich H, Gabriel S, Herman P, Kaye FJ,
Sasaki H, Fujii Y, Eck MJ, Sellers WR, Johnson BE, Meyerson M: EGFR
mutations in lung cancer: correlation with clinical response to gefitinib
therapy. Science 2004, 304:1497-1500.

29. Rubin BP, Singer S, Tsao C, Duensing A, Lux ML, Ruiz R, Hibbard MK,
Chen CJ, Xiao S, Tuveson DA, Demetri GD, Fletcher CD, Fletcher JA: KIT
Activation Is a Ubiquitous Feature of Gastrointestinal Stromal Tumor.
Cancer Res 2001, 61:8118-8121.

30. Ou WB, Hubert C, Corson JM, Bueno R, Flynn DL, Sugarbaker DJ,
Fletcher JA: Targeted inhibition of multiple receptor tyrosine kinases in
mesothelioma. Neoplasia 2011, 13:12-22.

31. Workman P: Combinatorial attack on multistep oncogenesis by inhibiting
the Hsp90 molecular chaperone. Cancer Lett 2004, 206:149-157.

32. Eccles SA, Massey A, Raynaud FI, Sharp SY, Box G, Valenti M, et al: NVP-
AUY922: a novel heat shock protein 90 inhibitor active against
xenograft tumor growth, angiogenesis, and matastasis. Cancer Res 2008,
68:2850-2860.

33. Annunziata CM, Walker AJ, Minasian L, Yu M, Kotz H, Wood BJ, Calvo K,
Choyke P, Kimm D, Steinberg SM, Kohn EC: Vandetanib, designed to
inhibit VEGFR2 and EGFR signaling, had no clinical activity as
monotherapy for recurrent ovarian cancer and no detectable
modulation of VEGFR2. Clin Cancer Res 2010, 16:664-672.

34. Schilder RJ, Sill MW, Lee RB, Shaw TJ, Senterman MK, Klein-Szanto AJ,
Miner Z, Vanderhyden BC: Phase II evaluation of imatinib mesylate in the
treatment of recurrent or persistent epithelial ovarian or primary
peritoneal carcinoma: a Gynecologic Oncology Group Study. J Clin Oncol
2008, 26:3418-3425.

35. Xu AM, Huang PH: Receptor tyrosine kinase coactivation networks in
cancer. Cancer Res 2010, 70:3857-3860.

36. Corps AN, Sowter HM, Smith SK: Hepatocyte growth factor stimulates
motility, chemotaxis and mitogenesis in ovarian carcinoma cells
expressing high levels of c-met. Int J Cancer 2001, 73:151-155.

37. Wong AS, Pelech SL, Woo MM, Yim G, Rosen B, Ehlen T: Coexpression of
hepatocyte growth factor-Met: an early step in ovarian carcinogenesis?
Oncogene 2001, 20:1318-1328.

38. Wong AS, Roskelley CD, Pelech S, Miller D, Leung PC, Auersperg N:
Progressive changes in Met-dependent signaling in a human ovarian
surface epithelial model of malignant transformation. Exp Cell Res 2004,
299:248-256.

39. Vajkoczy P, Knyazev P, Kunkel A, Capelle HH, Behrndt S, Tengg-Kobligk H,
Kiessling F, Eichelsbacher U, Essig M, Read TA, Erber R, Ullrich A: Dominant-
negative inhibition of the Axl receptor tyrosine kinase suppresses brain
tumor cell growth and invasion and prolongs survival. Proc Natl Acad Sci
USA 2006, 103:5799-5804.

40. Zhang YX, Knyazev PG, Cheburkin YV, Sharma K, Knyazev YP, Orfi L,
Szabadkai I, Daub H, Kéri G, Ullrich A: AXL is a potential target for

therapeutic intervention in breast cancer progression. Cancer Res 2008,
68:1905-1915.

41. Banerji U, Walton M, Raynaud F, Grimshaw R, Kelland L, Valenti M,
Judson I, Workman P: Pharmacokinetic-pharmacodynamic relationships
for the heat shock protein 90 molecular chaperone inhibitor 17-
allylamino, 17-demethoxygeldanamycin in human ovarian cancer
xenograft models. Clin Cancer Res 2005, 11:7023-7032.

42. Sain N, Krishnan B, Ormerod MG, De RA, Liu WM, Kaye SB, Workman P,
Jackman AL: Potentiation of paclitaxel activity by the HSP90 inhibitor 17-
allylamino-17-demethoxygeldanamycin in human ovarian carcinoma cell
lines with high levels of activated AKT. Mol Cancer Ther 2006, 5:1197-1208.

43. Maloney A, Clarke PA, Naaby-Hansen S, Stein R, Koopman JO, Akpan A,
Yang A, Zvelebil M, Cramer R, Stimson L, Aherne W, Banerji U, Judson I,
Sharp S, Powers M, deBilly E, Salmons J, Walton M, Burlingame A,
Waterfield M, Workman P: Gene and protein expression profiling of
human ovarian cancer cells treated with the heat shock protein 90
inhibitor 17-allylamino-17-demethoxygeldanamycin. Cancer Res 2007,
67:3239-3253.

44. Lu Z, Hunter T: Degradation of activated protein kinases by
ubiquitination. Annu Rev Biochem 2009, 78:435-475.

45. Citri A, Gan J, Mosesson Y, Vereb G, Szollosi J, Yarden Y: Hsp90 restrains
ErbB-2/HER2 signalling by limiting heterodimer formation. EMBO Rep
2004, 5:1165-1170.

46. Bauer S, Yu LK, Demetri GD, Fletcher JA: Heat shock protein 90 inhibition
in imatinib-resistant gastrointestinal stromal tumor. Cancer Res 2006,
66:9153-9161.

47. Moser C, Lang SA, Stoeltzing O: Heat-shock protein 90 (Hsp90) as a
molecular target for therapy of gastrointestinal cancer. Anticancer Res
2009, 29:2031-2042.

48. Trepel J, Mollapour M, Giaccone G, Neckers L: Targeting the dynamic
HSP90 complex in cancer. Nat Rev Cancer 2010, 10:537-549.

49. Kim YS, Alarcon SV, Lee S, Lee MJ, Giaccone G, Neckers L, Trepel JB: Update
on Hsp90 inhibitors in clinical trial. Curr Top Med Chem 2009, 9:1479-1492.

50. Waza M, Adachi H, Katsuno M, Minamiyama M, Sang C, Tanaka F, Inukai A,
Doyu M, Sobue G: 17-AAG, an Hsp90 inhibitor, ameliorates
polyglutamine-mediated motor neuron degeneration. Nat Med 2005,
11:1088-1095.

51. Csermely P, Schnaider T, Soti C, Prohaszka Z, Nardai G: The 90-kDa
molecular chaperone family: structure, function, and clinical applications.
A comprehensive review. Pharmacol Ther 1998, 79:129-168.

52. Morgensztern D, McLeod HL: PI3K/Akt/mTOR pathway as a target for
cancer therapy. Anticancer Drugs 2005, 16:797-803.

53. Breitkreutz A, Tyers M: Cell signaling. A sophisticated scaffold wields a
new trick. Science 2006, 311:789-790.

54. Sarbassov DD, Ali SM, Sabatini DM: Growing roles for the mTOR pathway.
Curr Opin Cell Biol 2005, 17:596-603.

doi:10.1186/1476-4598-10-125
Cite this article as: Jiao et al.: Targeting HSP90 in ovarian cancers with
multiple receptor tyrosine kinase coactivation. Molecular Cancer 2011
10:125.

Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit

Jiao et al. Molecular Cancer 2011, 10:125
http://www.molecular-cancer.com/content/10/1/125

Page 12 of 12

http://www.ncbi.nlm.nih.gov/pubmed/19700937?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19700937?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19700937?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20229506?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20229506?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20229506?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9704716?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9704716?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9704716?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9704716?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9704716?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12181401?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12181401?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11287972?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11287972?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11287972?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15118125?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15118125?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15118125?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11719439?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11719439?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21245936?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21245936?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15013520?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15013520?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18413753?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18413753?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18413753?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20068097?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20068097?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20068097?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20068097?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18612157?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18612157?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18612157?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20406984?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20406984?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11313876?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11313876?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15302591?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15302591?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16585512?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16585512?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16585512?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18339872?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18339872?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16203796?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16203796?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16203796?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16203796?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16731752?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16731752?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16731752?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17409432?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17409432?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17409432?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19489726?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19489726?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15568014?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15568014?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16982758?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16982758?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19528462?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19528462?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20651736?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20651736?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19860730?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19860730?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16155577?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16155577?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9749880?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9749880?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9749880?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16096426?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16096426?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16469909?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16469909?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16226444?dopt=Abstract

	Abstract
	Background
	Results
	Conclusion

	Background
	Materials and methods
	Antibodies and reagents
	Ovarian cancer cell Lines
	Frozen tumor specimens
	Phospho-RTK array analysis
	Protein lysate preparations and immunoblotting
	Immunoprecipitation
	Lentivirus preparation
	Cell Culture and Virus infection
	Cell proliferation and apoptosis assays
	Cell cycle analysis
	Statistical analysis

	Results
	Expression and activation of multiple RTKs in ovarian cancer cells
	Inactivation of multi-RTKs and downstream intermediates by HSP90 inhibition
	HSP90 regulation of ovarian cancer proliferation
	HSP90 inhibition by a novel and pharmacologically favourable agent, AUY922, in ovarian cancer

	Discussion
	Conclusions
	Acknowledgements
	Competing interests
	Authors’ contributions
	Author details
	References

