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Abstract
Purpose: Within heterogeneous tumors, subpopulations often labeled cancer stem cells (CSC) have been
identified that have enhanced tumorigenicity and chemoresistance in ex vivo models. However, whether
these populations are more capable of surviving chemotherapy in de novo tumors is unknown.
Experimental Design: We examined 45 matched primary/recurrent tumor pairs of high-grade ovarian
adenocarcinomas for expression of CSC markers ALDH1A1, CD44, and CD133 using immunohistochemistry. Tumors collected immediately after completion of primary therapy were then laser capture microdissected and subjected to a quantitative PCR array examining stem cell biology pathways (Hedgehog,
Notch, TGF-b, and Wnt). Select genes of interest were validated as important targets using siRNA-mediated
downregulation.
Results: Primary samples were composed of low densities of ALDH1A1, CD44, and CD133. Tumors
collected immediately after primary therapy were more densely composed of each marker, whereas samples
collected at first recurrence, before initiating secondary therapy, were composed of similar percentages of
each marker as their primary tumor. In tumors collected from recurrent platinum-resistant patients, only
CD133 was significantly increased. Of stem cell pathway members examined, 14% were significantly
overexpressed in recurrent compared with matched primary tumors. Knockdown of genes of interest,
including endoglin/CD105 and the hedgehog mediators Gli1 and Gli2, led to decreased ovarian cancer cell
viability, with Gli2 showing a novel contribution to cisplatin resistance.
Conclusions: These data indicate that ovarian tumors are enriched with CSCs and stem cell pathway
mediators, especially at the completion of primary therapy. This suggests that stem cell subpopulations
contribute to tumor chemoresistance and ultimately recurrent disease. Clin Cancer Res; 18(3); 869–81.
2011 AACR.

Introduction
Ovarian cancer is the leading cause of death from a
gynecologic malignancy. Although ovarian cancer is
among the most chemosensitive malignancies at the time
of initial treatment (surgery and taxane/platinum-based
chemotherapy), most patients will ultimately develop
tumor recurrence and succumb to chemoresistant disease
(1). Evaluation of multiple chemotherapy agents in several
combinations in the last 20 years has yielded modest
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improvements in progression-free survival but no increases
in durable cures. This clinical course suggests that a population of tumor cells has either inherent or acquired resistance to chemotherapy that allows survival with initial
therapy and ultimately leads to recurrence. Targeting the
cellular pathways involved in this resistance may provide
new treatment modalities for ovarian cancer.
In several hematologic and solid tumors, subpopulations
of cells termed cancer stem cells (CSC) or tumor-initiating
cells (TIC) have been identified as representing the most
tumorigenic and treatment-resistant cells within a heterogeneous tumor mass. Usually defined by their enhanced
ability to generate murine xenografts and give rise to heterogeneous tumors that are composed of both CSC and
non-CSC populations, these cells may also be more chemoresistant and depend on unique biologic processes compared with the majority of tumor cells (2, 3). In ovarian
cancer, many of these properties have been identified in
populations of CD44-positive cells (4, 5), CD133-positive
cells (6–8), Hoechst-excluding cells (the side population;
ref. 9), and aldehyde dehydrogenase (ALDH1A1)-positive
cells (10–13) and are associated with poor clinical
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Translational Relevance
Most patients with ovarian cancer will have an excellent response to initial surgical debulking and chemotherapy, but about 75% of patients will later recur and
succumb to disease. Primarily on the basis of ex vivo
models, subpopulations of cancer cells, often described
as cancer stem cells, have been hypothesized to represent
the most tumorigenic and treatment-resistant cells within a heterogeneous tumor mass. Using a unique cohort
of matched primary/recurrent ovarian tumors, we have
shown that the expression of putative cancer stem cell
markers ALDH1A1, CD44, and CD133 and several additional mediators of stem cell pathways are upregulated in
recurrent, chemoresistant disease compared with primary tumor. Further development revealed novel mechanisms of the TGF-b coreceptor endoglin (CD105) and the
Gli2 hedgehog transcription factor in platinum resistance. Our findings highlight the importance of stem cell
pathways in ovarian cancer recurrence and chemoresistance and show that therapies targeting these pathways
may reverse platinum resistance in ovarian cancer.

outcomes. It is acknowledged that these markers are not
identifiers of pure populations with all capabilities of conventional stem cells but rather enrich for a population with
some stem cell properties.
Whether or not these populations actually have preferential survival in de novo tumors and thus contribute to
recurrent disease is not known. An increased density of these
populations in recurrent or chemoresistant tumors would
suggest their importance to the clinical course of ovarian
cancer and suggest that these populations would have to be
targeted to achieve durable cures. In the current study, we
used a unique cohort of matched primary/recurrent ovarian
cancer specimens to determine whether putative CSC subpopulations comprise a larger percentage of recurrent
tumors and to examine other known mediators of stem
cell biology that might correlate with contributors to recurrence. In addition, novel genes were revealed to be highly
expressed in recurrent samples, specifically endoglin
(CD105) and the Hedgehog mediator Gli2, and were targeted in validation studies to confirm that stem cell pathway
members represent novel therapeutic targets in ovarian
cancer.

Methods
Immunohistochemical staining and clinical
correlations
Immunohistochemical (IHC) analysis was conducted
using standard techniques (14) on samples collected from
matched primary and recurrent tumors taken from 45
patients with ovarian adenocarcinoma, and with Institutional Review Board approval, clinical information was
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collected. Pathology was confirmed and formalin-fixed,
paraffin-embedded (FFPE) slides were cut at 5 or 10 mm.
Antigen retrieval was carried out in citrate buffer (pH 6.0)
for 45 minutes in an atmospheric pressure steamer. Slides
were then stained using antibodies against ALDH1A1
(Clone 44; BD Biosciences), CD44 (Clone 2F10; R&D
Systems), or CD133 (Clone C24B9; Cell Signaling Technology) at 1:500 dilution in Cyto-Q reagent (Innovex
Biosciences) overnight at 4 C. Primary antibody detection
was achieved with Mach 4 HRP polymer (Biocare Medical)
for 20 minutes at room temperature, followed by 3,30 diaminobenzidine (DAB) incubation. After IHC staining,
the number of tumor cells positive for ALDH1A1, CD44, or
CD133 were counted by two independent examiners (and a
third if there was >20% discrepancy) blinded to the setting
in which the tumor was collected (primary or recurrent) and
expressed as a percentage of all tumor cells. To be consistent
with prior identification of putative CSCs identified through
surface expression with flow cytometry, in the case of CD44
and CD133, only strong expression at the surface membrane was considered positive. Intensity was not scored
separately, staining was considered only positive or negative, with the primary endpoint percentage of positive
tumor cells across the entire slide. The average number of
positive cells for each marker among the 45 primary samples was compared with the average among recurrent samples, with additional subgroup analyses conducted as
described in the Results section. A subgroup analysis of
IHC staining using an antibody against endoglin (Sigma)
was also conducted.
Laser capture microdissection
Ten-micrometer thick FFPE sections were prepared from
12 matched pairs of samples from patients with ovarian
adenocarcinoma, in whom the recurrent tumors had been
collected within 3 months of completion of primary therapy. Sections were rapidly stained with hematoxylin and
eosin. Three to five thousand tumor epithelial cells were
microdissected from each sample using a PixCell II Laser
Capture Microdissection system (Arcturus Engineering).
Care was taken to ensure that no stromal cells were collected
(see Supplementary Fig. S1). RNA was extracted using the
RecoverAll Total Nucleic Acid Isolation Kit (Applied Biosystems) optimized for FFPE samples.
RT2 profiler PCR array
RNA extracted from microdissected samples was converted to cDNA and amplified using the RT2 FFPE PreAMP
cDNA Synthesis Kit (SABiosciences). Quality of cDNA was
confirmed with the Human RT2 RNA QC PCR Array
(SABiosciences), which tests for RNA integrity, inhibitors
of reverse transcription and PCR amplification, and genomic and general DNA contamination (15). Gene expression
was then analyzed in these samples using the Human Stem
Cell Signaling RT2 Profiler PCR Array (SABiosciences),
which profiles the expression of 84 genes involved in
pluripotent cell maintenance and differentiation (16).
Functional gene groupings consist of the Hedgehog, Notch,
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TGF-b, and Wnt signaling pathways. PCR amplification was
conducted on an ABI Prism 7900HT sequence detection
system, and gene expression was calculated using the comparative CT method as previously described (17).
Cell lines and culture
The ovarian cancer cell lines A2780ip2, A2780cp20,
ES2, HeyA8, HeyA8MDR, IGROV-AF1, OvCar-3, and
SKOV3ip1 (18–27) were maintained in RPMI-1640 medium supplemented with 10% FBS (Hyclone). All cell lines
were routinely screened for Mycoplasma species (GenProbe detection kit; Fisher) with experiments carried out at
70 to 80% confluent cultures. Purity of cell lines was
confirmed with short tandem repeat genomic analysis,
and only cells less than 20 passages from stocks were used
in experiments.
RNA extraction from cell lines
Total RNA was isolated from ovarian cancer cell lines
using TRIzol reagent (Invitrogen) per manufacturer’s
instructions. RNA was then DNase treated and purified
using the RNEasy Mini Kit (QIAGEN). RNA was eluted in
50 mL of RNase-free water and stored at 80 C. The concentration of all RNA samples was quantified by spectrophotometric absorbance at 260/280 nm using an Epoch
microplate spectrophotometer (BioTek Instruments).
Reverse transcription and quantitative PCR
Prior to reverse transcription, all RNA samples were
diluted to 20 ng/mL using RNase-free water. The cDNA was
prepared using the High Capacity cDNA Reverse Transcription Kit (Applied Biosystems). The resulting cDNA samples
were analyzed using quantitative PCR. Primer and
probe sets for ABCG2 (Hs01053790_m1), ALDH1A1
(Hs00946916_m1), CD44 (Hs01075861_m1), CD133
(Hs01009259_m1), GLI1 (Hs00171790_m1), GLI2
(Hs00257977_m1), and RPLP0 (Hs99999902_m1; housekeeping gene) were obtained from Applied Biosystems;
primers for endoglin (ENG; PPH01140F) were obtained
from SABiosciences and used according to manufacturer’s
instructions. PCR amplification was conducted on an ABI
Prism 7900HT sequence detection system, and gene expression was calculated using the comparative CT method.
siRNA transfection
To examine knockdown of endoglin, Gli1, or Gli2 with
siRNA, cells were exposed to control siRNA (target
sequence: 50 -UUCUCCGAACGUGUCACGU-30 ; Sigma),
one of 2 tested endoglin-targeting constructs (ENG_A
siRNA: 50 -CAAUGAGGCGGUGGCAAU-30 or ENG_B
siRNA: 50 -CAGAAACAGUCCAUUGUGA-30 ; Sigma), one of
2 tested Gli1-targeting constructs (GLI1_A siRNA: 50 -CUACUGAUACUCUGGGAUA-30 or GLI1_B siRNA: 50 -GCAAAUAGGGCUUCACAUA-30 ), or one of 2 tested Gli2-targeting constructs (GLI2_A siRNA: 50 -CGAUUGACAUGCGACACCA-30 or GLI2_B siRNA: 50 -GUACCAUUACGAGCCUCAU-30 ) at a 1:3 siRNA (pmol) to Lipofectamine 2000 (mL)
ratio. Lipofectamine and siRNA were incubated for 20
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minutes at room temperature, added to cells in serum-free
RPMI to incubate for 6 to 8 hours, followed by 10% FBS/
RMPI thereafter. Transfected cells were grown at 37 C for an
additional 48 hours and then harvested for quantitative
PCR or Western blot analysis.
Western blot analysis
Cultured cell lysates were collected in modified radioimmunoprecipitation assay (RIPA) lysis buffer with protease inhibitor cocktail (Roche) and subjected to immunoblot analysis by standard techniques (14) using anti-endoglin antibody (Sigma) at 1:500 dilution overnight at 4 C; or
anti-b-actin antibody (Clone AC-15, Sigma) at 1:20,000
dilution for 1 hour at room temperature, which was used to
monitor equal sample loading. After washing, blots were
incubated with goat anti-rabbit (for endoglin) or goat antimouse (for b-actin) secondary antibodies (Bio-Rad) conjugated with horseradish peroxidase. Visualization was
conducted by the Enhanced Chemiluminescence Method
(Pierce Thermo Scientific).
Assessment of cell viability and cell-cycle analysis
following siRNA-mediated knockdown
For effects of siRNA-mediated downregulation on cell
viability, cells were first transfected with siRNA (5 mg) for
24 hours in 6-well plates (2.5  105 cells per well),
trypsinized, and then replated on a 96-well plate at
2,000 cells per well. After 4 to 5 days, cell viability was
assessed by optical density measurements at 570 nm
using 0.15% MTT (Sigma) in PBS. For cell-cycle analysis,
5  105 cells in a 60-mm dish were transfected with
siRNAs and then cultured in RPMI/10% FBS at 37 C for
an additional 48 hours. Cells were then trypsinized,
washed in PBS, and fixed in 100% ethanol overnight.
Cells were then centrifuged, washed in PBS, and resuspended in PBS containing 0.1% Triton X-100 (v/v), 200
mg/mL DNase-free RNase A, and 20 mg/mL propidium
iodide (PI). PI fluorescence was assessed by flow cytometry, and the percentage of cells in sub-G0, G0–G1, S,
and G2–M phases was calculated by the cell-cycle analysis
module for Flow Cytometry Analysis Software (FlowJo
v.7.6.1). For effects of siRNA-mediated downregulation
on cisplatin IC50, cells were first transfected with siRNA
(5 mg) in 6-well plates, trypsinized, and then replated on a
96-well plate at 2,000 cells per well, followed by addition
of chemotherapy after attachment. IC50 was determined
by finding the dose at which the drug had 50% of
its effect, calculated by the equation [(OD570max 
OD570min)/2) þ OD570min].
Statistical analysis
Comparisons of continuous variables were made using a
two-tailed Student t test, if assumptions of data normality
were met. Those represented by alternate distribution were
examined using a nonparametric Mann–Whitney U test.
Differences between groups were considered statistically
significant at P < 0.05. Error bars represent SD unless
otherwise stated.
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Results
ALDH1A1, CD44, and CD133 expression in primary
human ovarian cancer specimens
We identified a cohort of 45 patients with either
papillary serous or endometrioid high-grade ovarian
cancer for whom tumor specimens were collected at
primary therapy and at the time of recurrent disease.
The clinical characteristics of these patients are
described in Supplementary Table S1 and represent the
typical clinical profiles of patients with ovarian cancer.
All patients were initially treated with combination
platinum (either cisplatin or carboplatin) and taxane
(either paclitaxel or docetaxel) by intravenous infusion. We first examined baseline expression of
ALDH1A1, CD44, and CD133, the markers most consistently showing a putative CSC population in ovarian
cancer. The percentage of positive ALDH1A1, CD44,
and CD133 cells in primary samples averaged 23.4%,
6.2%, and 7.1%, respectively (Fig. 1A). Representations
of high and low distribution patterns are shown in
Fig. 1B and for CD44 and CD133 high-power views
in Fig. 1C. For all 3 proteins examined, staining was
typically strong in some cells and negative in others,
rather than having a range of intensity across all tumor
cells, signifying distinct heterogeneity within the
tumor. There was no distinct pattern to the location
of the positive cells (such as around vasculature, or
on the leading edge of the tumor) but positive cells
did tend to cluster together. Staining was appropriately
noted intracellularly for ALDH1A1 and on the cell
membrane for CD44 and CD133. Interestingly, CD133
expression was usually noted at cell–cell borders rather
than circumferentially, suggesting a polarity to expression and possible participation in cell–cell interactions
(Fig. 1C).
Change in expression of ALDH1A1, CD44, and CD133
from primary to recurrent ovarian cancer
To determine whether recurrent ovarian tumors have
altered expression of ALDH1A1, CD44, and CD133, we
compared the average number of positive cells for each
marker among the 45 primary samples to that of the
recurrent samples taken from the same patients (Fig. 1D).
There was a modest increase in ALDH1A1-positive cells
(from 23.4% to 29.2%, P ¼ 0.28) and CD44-positive
cells (from 6.2% to 11%, P ¼ 0.11); however, CD133positive cells were significantly higher (from 7.1% to
29.6%, P ¼ 0.0004) in recurrent than in primary samples.
To appreciate the change in each subpopulation for each
patient, in addition to the mean of the entire group, the
change for each tumor is graphically presented in Fig. 1E.
For ALDH1A1 and CD44, both increases and decreases
were noted for different patients. However, for CD133,
the change was almost always an increase. The percentage
of CD133-positive cells increased by more than 2-fold
in 58% of recurrent samples than in matched primary
samples.
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Subgroup analysis of ALDH1A1, CD44, and CD133
based on setting of recurrent tumor collection
If the CSC hypothesis is clinically significant, then surviving cells would be expected to give rise again to both
resistant CSCs and differentiated chemosensitive cells. Clinically this is seen as most patients will again have a response
to treatment at first recurrence. Therefore, we examined the
pairs on the basis of when their recurrent tumor was
collected: (i) in patients who were clinically without evidence of disease but had other indications for surgery
conducted within 3 months of completion of primary
therapy, termed persistent tumor; (ii) in patients who
recurred more than 6 months after completion of primary
therapy and had tumors collected prior to second-line
chemotherapy, termed untreated recurrence; and (iii) in
the setting of recurrent, chemoresistant disease, termed
treated recurrence. Among persistent tumors, there was an
even more pronounced increase in ALDH1A1-positive cells
(from 29.7% to 54.9%, P ¼ 0.018), CD44-positive cells
(from 8.3% to 21.2%, P ¼ 0.16), and CD133-positive
cells (from 6.6% to 53.9%, P ¼ 0.001; Fig. 2A). In contrast,
samples collected at first recurrence before initiating secondary therapy were composed of similar percentages of
each marker as their primary tumor ( Fig. 2B), suggesting
that the tumor was repopulated with marker-negative differentiated cells. In tumors collected from recurrent platinum-resistant patients, only CD133 was significantly
increased in expression (from 6.3% to 34.5%, P ¼
0.027; Fig. 2C). The percentage of CD133-positive cells
increased by more than 2-fold in 50% of treated recurrence
samples than in matched primary.
Table 1 illustrates the changes in ALDH1A1, CD44, and
CD133 staining from primary to persistent tumor in individual patients. Overall, the percentage of ALDH1A1-,
CD44-, and CD133-positive cells increased by more than
2-fold in 64%, 67%, and 89% of persistent tumor specimens, respectively, than in matched primary samples.
While the expression of at least 2 of the 3 markers was
elevated in the majority of specimens, only 4 patients had
increased expression of all 3 markers. This suggests that
certain mediators may be more active than others in different patients, and there may be other markers of treatment-resistant cells yet to be identified.
Expression of genes involved in human stem cell
signaling is increased in recurrent compared with
matched primary ovarian tumors
Building on the model that tumor samples present at the
completion of primary therapy represent the cells responsible for recurrent disease and are therefore most relevant
for study, we laser capture microdissected tumor cells from
the 12 patients with persistent tumor analyzed above (Supplementary Fig. S1). Gene expression of putative CSC markers (ALDH1A1, CD44, CD133, and ABCG2) as well as 84
genes involved in pluripotent cell maintenance and differentiation was analyzed in these matched samples by qPCR
or qPCR array. As shown in Table 2, expression of ALDH1A1
(2.5-fold, P ¼ 0.23) and CD44 (4.1-fold, P ¼ 0.0023) was
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Figure 1. Change in expression of
ALDH1A1, CD44, and CD133 from
primary to recurrent ovarian cancer.
A, ALDH1A1, CD44, and CD133
expression in 45 high-grade ovarian
adenocarcinomas was examined
using immunohistochemistry. The
estimated percentage of positive
cells for each sample, with mean
(black bars) and median are shown.
B, for all 3 proteins examined,
staining was heterogeneous, rather
than diffusely positive. Examples of
high and low frequency expression
for each are shown (black bar,
100 mm). C, a higher magniﬁcation of
CD44 and CD133 expression in
primary ovarian cancer specimens,
showing cell surface expression. D,
the average number of positive cells
for ALDH1A1, CD44, and CD133
among the 45 primary samples was
compared with the average among
matched recurrent samples. Only
CD133 was signiﬁcantly higher in
recurrent samples. Error bars
represent SEM.  , P < 0.001. E, to
evaluate the change in each
subpopulation for each patient, in
addition to the mean of the entire
group, the change for each tumor is
shown in individual graphs.
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Figure 2. Subgroup analysis of
ALDH1A1, CD44, and CD133
based on setting of recurrent tumor
collection. Expression of
ALDH1A1, CD44, and CD133 was
broken down into subcategories
based on the setting in which the
recurrent tumor was retrieved.
A, ALDH1A1, CD44, and CD133
expression was higher in samples
collected immediately after the
completion of primary therapy
(persistent tumor; n ¼ 12).
B, samples collected at ﬁrst
recurrence before initiating
secondary therapy (untreated
recurrence; n ¼ 20) were
composed of similar percentages
of each marker. C, in tumors
collected from recurrent, platinumresistant patients (treated
recurrence; n ¼ 13), only CD133
was increased in expression. Error
bars represent SEM.  , P < 0.05;

, P < 0.01.
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elevated in persistent tumors compared with matched primary samples, similar to IHC analysis. Expression of breast
cancer resistance protein (ABCG2/BCRP), a well-characterized drug efflux transporter that has been associated with
stem cell phenotype (9, 28), was also increased in persistent
tumors (7.7-fold, P ¼ 0.0163). Attempts to optimize experimental conditions to examine BCRP by immunohistochemistry failed and therefore we could not validate this
increase at the protein level. CD133 mRNA expression was
virtually undetectable in both primary and persistent tumor
samples. This suggests that increased CD133 protein expression in recurrent tumors noted by immunohistochemistry
may be due to posttranscriptional or posttranslational
regulation.
Of the 84 genes examined by the Human Stem Cell
Signaling RT2 Profiler Array (16), we found that 12 of these
genes (14%) were significantly increased in persistent com-
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pared with matched primary tumor. Members of the TGF-b
superfamily signaling pathway (ENG, ZEB2, LTBP4,
TGFBR2, RGMA, ACVR1B, and SMAD2) were most commonly significantly increased as well as members of the
Hedgehog (GLI1 and GLI2), Notch (PSEN2), and Wnt
(FZD9 and BCL9L) pathways. Of particular interest, the
TGF-b coreceptor endoglin (ENG) was, on average, 3.77fold (P ¼ 0.0023) higher in persistent tumors and more
than 2-fold higher in 9 of the 12 samples. All of the tumors,
either primary or recurrent, expressed endoglin. This protein is a recognized marker for angiogenesis, primarily
expressed on endothelial cells (29, 30), but increased
expression specific to tumor cells in our laser-microdissected tissues suggest that it may play a role in tumor cell
chemoresistance and could be targeted for therapy. IHC
staining of these specimens for endoglin expression
confirmed that recurrent tumors had a greater density of
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Table 1. Changes in ALDH1A1, CD44, and
CD133 staining from primary to persistent
ovarian tumor
Patient

ALDH1A1a

CD44a

CD133a

502
505
510
511
522
525
535
540
544
548
549

"
"
#
"
NC
"
"
NC
"
"
NC

#
NM
#
"
"
"
"
NC
NM
"
"

"
NM
"
"
NC
"
"
"
NM
"
"

Abbreviations: NC, density of cells did not change by more
than 2-fold; NM, not measured because of insufﬁcient tumor.
a
An increase or decrease more than 2-fold designated by
arrow.

endoglin positivity than in the matched primary tumor and
that expression was definitively present in tumor cells not
just the in vasculature (Fig. 3A). In addition, endoglin and
CD133 expression significantly correlated (r ¼ 0.62, P ¼

0.006), as did Gli1 and CD133 expression (r ¼ 0.54, P ¼
0.022), suggesting that the increase in CD133 positivity
observed in recurrent compared with matched primary
tumors is accompanied by an increase in markers of stem
cell signaling.
Endoglin is expressed in ovarian cancer cell lines and
its downregulation leads to decreased cell viability
To further explore the potential role of endoglin in
ovarian cancer, we first examined gene expression in cell
lines. These included ES2, IGROV-AF1, OvCar-3, SKOV3ip1
and 2 pairs of parental and chemoresistant ovarian cancer
cell lines: A2780ip2/A2780cp20 (20-fold increased cisplatin resistance and 10-fold increased taxane resistance) and
HeyA8/HeyA8MDR (500-fold taxane resistant). As shown
in Fig. 3B, mRNA expression of endoglin was prominent in
ES2, HeyA8, and HeyA8MDR cells. Minimal expression of
endoglin was detected in the A2780ip2, A2780cp20,
IGROV-AF1, OvCar-3, and SKOV3ip1 cell lines. Protein
expression was assessed by Western blot and correlated
with mRNA quantification (data not shown).
To determine whether endoglin might be a target for
tumor-specific therapy, 2 different siRNA constructs
(ENG_A siRNA and ENG_B siRNA) were identified with
variable efficacy in reducing endoglin expression (95%–
99% reduction with construct A, 50% reduction with construct B), as determined by Western blot ( Fig. 3C). ES2 and
HeyA8MDR cells transiently transfected with these

Table 2. Quantitative PCR analysis of putative CSC markers and stem cell pathways in matched primary/
persistent ovarian cancers (n¼12)
Gene name (symbol)

Putative CSC markers
Aldehyde dehydrogenase 1A1 (ALDH1A1)
CD44 molecule (CD44)
Prominin 1 (PROM1/CD133)
ATP-binding cassette, sub-family G, member 2 (ABCG2/BCRP)
Human Stem Cell Signaling RT2 Proﬁler PCR Array
Endoglin (ENG)
Zinc-ﬁnger E-box–binding homeobox 2 (ZEB2)
Presenilin 2 (PSEN2)
GLI family zinc ﬁnger 1 (GLI1)
GLI family zinc ﬁnger 2 (GLI2)
Latent transforming growth factor-b binding protein 4 (LTBP4)
Transforming growth factor-b receptor II (TGFBR2)
RGM domain family, member A (RGMA)
Activin A receptor, type IB (ACVR1B)
Frizzled homolog 9 (FZD9)
SMAD family member 2 (SMAD2)
B-cell CLL/lymphoma 9-like (BCL9L)
a

Signaling
pathway

TGF-b
TGF-b
Notch
Hedgehog
Hedgehog
TGF-b
TGF-b
TGF-b
TGF-b
Wnt
TGF-b
Wnt

Mean

No. of
decreased

No. of
increased

Fold changea

Pb

>50%

>2-fold

2.46
4.08
1.11
7.65

0.2343
0.0023
0.8877
0.0163

3
2
4
1

6
9
5
5

3.77
3.66
3.30
10.21
7.61
4.69
2.76
7.84
2.20
10.43
1.79
2.06

0.0023
0.0062
0.0071
0.0076
0.0111
0.0146
0.0190
0.0204
0.0275
0.0393
0.0435
0.0463

0
1
0
1
2
1
0
2
0
2
1
1

9
9
7
10
9
9
8
9
4
8
6
6

Persistent compared with primary tumor.
Calculated using paired Student t test.

b
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Figure 3. Endoglin is expressed in
persistent ovarian tumor and
ovarian cancer cell lines, and its
downregulation leads to
decreased cell viability. A, matched
primary/persistent ovarian tumor
pairs (n ¼ 12) were subjected to
IHC analysis of endoglin to
evaluate changes in expression.
Persistent tumors were found to
have a higher density of endoglin
staining than in primary specimens.
Representative histologic sections
are shown for a matched pair
(black bar, 100 mm). B, mRNA
expression of endoglin was
quantiﬁed in 8 different ovarian
cancer cell lines using quantitative
PCR. Gene expression is shown as
log2 transformed DCT values
[difference between the CT value of
the gene of interest (endoglin) and
that of the housekeeping gene
(RPLP0)]. C, downregulation of
endoglin in ES2 and HeyA8MDR
cells using 2 different siRNA
constructs was determined by
Western blot analysis. b-Actin was
used as a loading control. D, ES2
and HeyA8MDR cells transiently
transfected with anti-endoglin
siRNAs had decreased viability as
determined by MTT assay. E, cellcycle analysis (PI staining) revealed
that downregulation of endoglin led
to an accumulation of both ES2 and
HeyA8MDR cells in the sub-G0 or
apoptotic fraction. Data are
representative of 3 independent
experiments.  , P < 0.001.
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**

42%

69%

Control
siRNA

ENG_A
siRNA

*P < 0.05
**P < 0.01

endoglin-targeting siRNAs showed a significant reduction
in viability, as determined by MTT assay (Fig. 3D). This
effect on viability correlated with the degree of endoglin
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downregulation, as ENG_A siRNA reduced cell viability by
50% to 84% (in ES2 and HeyA8MDR, respectively, P <
0.001), whereas ENG_B siRNA had no effect on ES2 and a
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64% reduction in HeyA8MDR (P < 0.001). The variability in
effects on the 2 cell lines may reflect their dependency
on endoglin, as HeyA8MDR cells have 3.7-fold higher
endoglin expression than ES2 cells. In addition, ES2 cells
may have compensatory pathways active at a baseline that
reduce their dependency on endoglin. Additional studies
will be required to fully elucidate these mechanisms.
To determine the mechanism by which endoglin downregulation may affect cell viability, cell-cycle analysis was
conducted in a separate experiment. ES2 and HeyA8MDR
cells were exposed to control or anti-endoglin siRNA
(ENG_A), allowed to grow for a total of 72 hours, and
examined for DNA content by PI staining (Fig. 3E). In both
ES2 and HeyA8MDR, endoglin knockdown resulted in a
significant accumulation of cells in the sub-G0/apoptotic
fraction compared with cells transfected with control siRNA
(from 20% to 31%; P < 0.05 and from 42% to 69%; P < 0.01,
respectively).
Targeting of Gli1 and Gli2 in ovarian cancer cells
Analysis of stem cell genes upregulated in recurrent
tumors reveals both primary mediators of the Hedgehog
pathway to be increased after chemotherapy (Table 2). The
Hedgehog pathway has previously been implicated in the
survival of CSCs (31). To validate its targetability in ovarian
cancer, we first examined gene expression of GLI1 and GLI2
in the same cell lines as mentioned above. As shown in
Fig. 4A, there was no correlation between GLI1 and GLI2
expression among the cell lines examined, although all cell
lines expressed GLI1, GLI2, or both. Of note, A2780cp20
cells were found to express GLI1 2.05-fold higher and GLI2
1.40-fold higher (P < 0.001) than their parental line
(A2780ip2), suggesting that these Hedgehog pathway
members may be involved in mediating platinum
resistance.
A2780cp20 (Gli1þ/Gli2þ) and ES2 (Gli1/Gli2þ) cells
were subsequently used for examining the biologic effects of
Gli1/2 knockdown. Downregulation of Gli1/2 in these cell
lines was achieved using 2 different siRNA constructs as
confirmed by quantitative PCR (Fig. 4B). Importantly, each
siRNA construct showed selectivity for the GLI gene to
which it was designed against (i.e., GLI1 siRNAs had no
effect on GLI2 expression and GLI2 siRNAs had no effect on
GLI1 expression). As shown in Fig. 4C, knockdown of Gli1
or Gli2 alone significantly decreased A2780cp20 cell viability [by up to 65% (P < 0.001) and 61% (P < 0.001),
respectively], whereas in ES2 cells, knockdown of Gli2, but
not Gli1, significantly reduced cell viability (by up to 82%,
P < 0.001). The lack of an effect of GLI1 downregulation on
ES2 cells would be expected as these cells have little to no
detectable GLI1 expression. Interestingly, an increased
sensitivity to cisplatin was observed in both A2780cp20
and ES2 cell lines after knockdown of Gli2, but not Gli1
(Fig. 4C). Cisplatin IC50 decreased from 4 to 0.8 mmol/L
(5.0-fold change) in A2780cp20 cells and from 0.7 to 0.15
mmol/L (4.7-fold change) in ES2 cells. Taken with the
demonstration of increased Gli2 expression in samples
collected immediately after platinum-based chemotherapy
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(Table 2), these data make a compelling argument that Gli2
plays a role in platinum resistance, which can be at least
partially overcome with Gli2 downregulation. However,
Gli1 only appears to contribute to absolute viability, with
no platinum-sensitizing effects.
To determine the mechanism by which Gli1/2 downregulation may affect cell viability and/or platinum
sensitivity, cell-cycle analysis was conducted in a separate
experiment. A2780cp20 cells were exposed to control, antiGli1 (GLI1_B), or anti-Gli2 (GLI2_B) siRNA, allowed to
grow for a total of 72 hours, and examined for DNA content
by PI staining. As shown in Fig. 4D, downregulation of Gli1
had little effect on the cell-cycle distribution of A2780cp20
cells, with a modest accumulation in the sub-G0 or apoptotic fraction compared with control siRNA (8%–12%, P <
0.05). This suggests that the observed decrease in cell
viability following Gli1 knockdown may be due to mechanisms independent of the cell cycle. Alternatively, downregulation of Gli2 had a greater impact, with a 4-fold
increase (8%–32%, P < 0.001) in induction of apoptosis
than in control siRNA. This further suggests that Gli2 plays a
critical role in ovarian cancer cell survival.

Discussion
We have found that recurrent tumors are more densely
composed of putative CSCs as characterized by ALDH1A1,
CD44, and CD133 than their matched primary ovarian
cancer specimens, suggesting that their expression is clinically significant and may correlate with residual chemoresistant populations that must be present at the end of
primary therapy. Presumably targeting these populations
with some other treatment modality would be required to
achieve durable cures in patients with ovarian cancer. In
addition, we identified several genes from a large panel of 84
genes involved in stem cell biology to be significantly
overexpressed in recurrent patient samples, further suggesting that resistant tumors are enriched with genes involved in
stem cell pathways. With this methodology, the TGF-b
coreceptor endoglin was found to be overexpressed in
residual tumor cells and thus important to the chemoresistant cancer cell population. This represents a previously
unrecognized function of this gene as a mediator of survival
in tumor cells, in addition to its known role in angiogenesis.
Moreover, the Hedgehog transcription factor Gli2 was also
overexpressed and functional in the chemoresistant population and, with correlative in vitro data, was found to play a
novel role in platinum resistance.
It is hypothesized that CSCs may be responsible for tumor
initiation or recurrent disease. There are many facets of this
hypothesis that are still under debate, including what level
of stemness such populations may have, how best to identify the true stem cell population, and whether these marker-defined cells are also the ones surviving initial chemotherapy (32). However, there clearly are subpopulations
within a heterogeneous tumor that have more aggressive,
chemoresistant features than others in ex vivo and now de
novo models (2, 33). This is clinically evident in the
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observation that patients often have outstanding initial
responses to chemotherapy, suggesting that the majority
of primary tumor is actually chemosensitive. It is important
to note that although we do see an increase in these
populations, recurrent tumors are not completely composed of these cells. This indicates that either additional
chemoresistant populations are yet to be identified, or these
cells have such differentiating capacity that they rapidly
produce marker-negative cells, or both. An additional limitation of our analysis is the specific examination of stem cell
pathways. Other pathways almost certainly play important
roles in mediating survival of the therapy-resistant population; one example being altered DNA repair mechanisms.
Recent evidence suggests that ovarian cancers can arise from
specific defects in DNA repair pathways, and that inhibitors
of the proteins involved in these pathways, such as PARP,
could be used to reverse chemoresistance (34), It is reasonable to postulate that CSCs, like normal stem cells, would
have enhanced mechanisms of DNA repair, allowing for
survival with prolonged exposures to DNA-damaging
insults. Analysis of RNA from FFPE samples showed that
the extract was of quality appropriate for qPCR analysis, but
not enough samples had sufficient quality for full microarray analysis, which could be used in future studies to
examine the role of DNA repair or other pathways in
mediating chemoresistance. Further characterization of the
recurrent chemoresistant tumors with evolving highthroughput methods that can be conducted on FFPE samples, or identification of a cohort of patients with snap
frozen tumors, would be required to fully characterize this
aggressive population.
Whether the chemoresistant population is composed of
predominantly cancer cells with stem cell biology or not, we
propose a model of how such a population may comprise
the overall tumor during different clinical settings. Because
most patients have an initial positive response to chemotherapy, the presenting tumor must be composed of mostly
therapy-sensitive cells (TSC), with a small component of
therapy-resistant cells (TRC). Treatment selectively kills
TSCs, resulting in predominantly TRCs, but in a small
enough volume that they are not clinically detectable (persistent tumor). Therefore, the patient is observed, but in
about 75% of cases, tumors will recur 18 to 24 months after
completion of therapy (with an untreated recurrent tumor).
Because of the differentiation capacity of the resistant cells,
this tumor has become repopulated with CSC marker–
negative differentiated cells and is again heterogeneous,
with a significant portion of chemosensitive cells. This
would seem to be the case, given the observed 50% response
rate seen in patients receiving second-line chemotherapy.
However, either because of genetic changes in genetically
unstable tumor cells or further selective growth of the
therapy-resistant population, ultimately the TRCs dominate, patients get no further response with multiple agents
and succumb to tumor burden (treated recurrent tumor).
The observed increase in CSC marker staining, particularly
ALDH1A1 and CD133, in samples collected immediately at
the completion of primary therapy suggests these cells have
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preferential survival and can go on to give rise to recurrent
disease. These cells may represent a population that could
be targeted to achieve increased response rates and survival
in patients with ovarian cancer.
It is an interesting finding that CD44þ cells were less
dense in recurrent tumors than in CD133 and ALDH1,
despite multiple studies showing that CD44þ cells have
CSC properties. Many of these studies have used CD44 in
combination with other markers, such as c-kit (4), MyD88
(5), CD133 (6), and CD24 (35). It is for this reason that we
examined CD44 by itself as potentially important, but at the
same time may have introduced a limitation by not being
able to evaluate dual-positive populations. It is yet to be
determined the degree of crossover between individual
markers. Likely, the combination of markers will identify
a more aggressive population than either alone, as previously shown with CD133 and ALDH1 (11), but it is
unknown whether such combinations then exclude other
aggressive populations. This disparity, however, highlights
the limitations in defining the key population by marker
status alone, instead relying on clinical behaviors such as
resistance to chemotherapy.
Recent studies have shown that developmental pathways
(such as Notch, Wnt, Hedgehog, and TGF-b) play an
important role in the self-renewal and maintenance of CSCs
and that inhibiting these pathways may provide useful
therapeutic strategies both alone and in combination with
traditional chemotherapies (36, 37). In our study, genes
identified as being significantly overexpressed in persistent
tumors included endoglin (a member of the TGF-b superfamily) and the primary mediators of hedgehog transcription, GLI1 and GLI2, among others (Table 2). The most
significant and consistent increase in expression from primary to persistent tumor occurred in endoglin (CD105), a
TGF-b coreceptor. This molecule interacts with TGF-b receptor II [TGFBR2, which was also significantly increased in
persistent tumors (2.76-fold, P ¼ 0.0190)], both dependently and independently of the TGF-b ligand (38). This
interaction subsequently promotes gene transcription
mediated by the Smad family of transcription factors
(Smad2 and 4). In contrast, a proteolytically cleaved, secreted form of endoglin, known as soluble endoglin (Sol-Eng)
appears to inhibit TGF-b signaling by scavenging circulating
TGF-b ligands (39). Endoglin is a well-described marker of
angiogenesis whose expression is turned on in growing/
sprouting endothelial cells (such as those supplying vasculature to tumors). This characteristic of endoglin has made it
a desirable target for antiangiogenic cancer therapy, with
monoclonal antibodies being developed for future clinical
use (29, 30). Previous studies have shown that endoglin
expression in the stroma of ovarian tumors is associated
with poor survival (40, 41), but the role of this receptor in
cancer cell biology remains largely unexplored. On the basis
of our data, it appears that endoglin plays a role in ovarian
cancer chemoresistance and recurrence. Moreover, endoglin appears to be important for continued ovarian cancer
cell survival as evidenced by our in vitro data. In a study
conducted by Li and colleagues, it was shown that endoglin
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prevents apoptosis in endothelial cells undergoing hypoxic
stress, either in the presence or absence of TGF-b ligand
(42). It could be speculated that endoglin serves a similar
antiapoptotic function in tumor epithelial cells and thereby
promotes ovarian cancer cell survival. Whether this is due to
the promotion of TGF-b signaling or through a TGFb–independent mechanism remains to be determined. Taken together, these data suggest that inhibiting endoglin
could be used to target both the tumor and its developing
vasculature, thereby having a potentially greater therapeutic
benefit. Additional studies will determine the viability of
endoglin as a therapeutic target, as antibodies have been
developed that disrupt the interaction of endoglin and TGFb receptor II (43, 44).
Previous studies have implicated hedgehog signaling in
multidrug resistance (45, 46); however, the role of this
pathway in resistance to platinum-based compounds
remains largely unexplored. While both Gli1 and Gli2
appeared to mediate ovarian cancer cell survival in vitro,
only downregulation of Gli2 sensitized cells to cisplatin
in a synergistic fashion, with a 5-fold reduction in IC50
concentrations in two different cell lines. It is suggested
that the mechanism underlying this sensitization involves
apoptosis. Inhibition of apoptosis is known to mediate
cisplatin resistance (47), and Gli2 has previously been
shown to serve an antiapoptotic function through transcriptional regulation of apoptotic inhibitor molecules
(48–50). In our study, we found that downregulation of
Gli2 alone induced apoptosis, and this may have contributed to the increased sensitivity of ovarian cancer cells
to cisplatin in vitro. Interestingly, downregulation of Gli1
had no effect on cisplatin toxicity. Future studies on the

link between Gli2, apoptosis, and cisplatin resistance are
warranted.
Collectively, the data presented in this study show that
cells with stem cell properties enrich recurrent ovarian
tumors, especially in their more chemoresistant forms. The
varied density of these subpopulations in different clinical
scenarios provides insight into the dynamic heterogeneity
during the typical natural history of ovarian cancer progression. Additional stem cell pathways contribute to the
continued survival and chemoresistance of ovarian cancer,
and targeting these pathways may be necessary to achieve
durable clinical response in this disease. In addition, the
TGF-b coreceptor endoglin (CD105) and the Hedgehog
mediator Gli2 were found to be overexpressed in recurrent
ovarian tumors and are promising targets in overcoming
chemoresistance.
Disclosure of Potential Conﬂicts of Interest
No potential conflicts of interest were disclosed.

Grant Support
Funding support was provided by the University of Alabama at Birmingham Center for Clinical and Translational Science (5UL1RR025777), the
Reproductive Scientist Development Program through the Ovarian Cancer
Research Fund and the NIH (K12 HD00849), and the Department of
Defense Ovarian Cancer Research Academy (OC093443).
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 August 26, 2011; revised November 8, 2011; accepted November
17, 2011; published OnlineFirst December 5, 2011.

References
1.
2.
3.
4.

5.

6.

7.

8.

9.

880

Bhoola S, Hoskins WJ. Diagnosis and management of epithelial
ovarian cancer. Obstet Gynecol 2006;107:1399–410.
Rosen JM, Jordan CT. The increasing complexity of the cancer stem
cell paradigm. Science 2009;324:1670–3.
Dalerba P, Cho RW, Clarke MF. Cancer stem cells: models and
concepts. Annu Rev Med 2007;58:267–84.
Zhang S, Balch C, Chan MW, Lai HC, Matei D, Schilder JM, et al.
Identiﬁcation and characterization of ovarian cancer-initiating cells
from primary human tumors. Cancer Res 2008;68:4311–20.
Alvero AB, Montagna MK, Holmberg JC, Craveiro V, Brown DA, Mor G.
Targeting the mitochondria activates two independent cell death
pathways in the ovarian cancer stem cells. Mol Cancer Ther 2011;10:
1385–93.
Slomiany MG, Dai L, Tolliver LB, Grass GD, Zeng Y, Toole BP. Inhibition
of functional hyaluronan-CD44 interactions in CD133-positive primary
human ovarian carcinoma cells by small hyaluronan oligosaccharides.
Clin Cancer Res 2009;15:7593–601.
Curley MD, Therrien VA, Cummings CL, Sergent PA, Koulouris CR,
Friel AM, et al. CD133 expression deﬁnes a tumor initiating cell
population in primary human ovarian cancer. Stem Cells 2009;27:
2875–83.
Baba T, Convery PA, Matsumura N, Whitaker RS, Kondoh E, Perry T,
et al. Epigenetic regulation of CD133 and tumorigenicity of CD133þ
ovarian cancer cells. Oncogene 2009;28:209–18.
Szotek PP, Pieretti-Vanmarcke R, Masiakos PT, Dinulescu DM,
Connolly D, Foster R, et al. Ovarian cancer side population deﬁnes

Clin Cancer Res; 18(3) February 1, 2012

10.

11.

12.

13.

14.

15.

16.

cells with stem cell-like characteristics and Mullerian inhibiting
substance responsiveness. Proc Natl Acad Sci U S A 2006;103:
11154–9.
Landen CN Jr, Goodman B, Katre AA, Steg AD, Nick AM, Stone RL,
et al. Targeting aldehyde dehydrogenase cancer stem cells in ovarian
cancer. Mol Cancer Ther 2010;9:3186–99.
Silva IA, Bai S, McLean K, Yang K, Grifﬁth K, Thomas D, et al. Aldehyde
dehydrogenase in combination with CD133 deﬁnes angiogenic ovarian cancer stem cells that portend poor patient survival. Cancer Res
2011;71:3991–4001.
Kryczek I, Liu S, Roh M, Vatan L, Szeliga W, Wei S, et al. Expression of
aldehyde dehydrogenase and CD133 deﬁnes ovarian cancer stem
cells. Int J Cancer 2012;130:29–39.
Deng S, Yang X, Lassus H, Liang S, Kaur S, Ye Q, et al. Distinct
expression levels and patterns of stem cell marker, aldehyde dehydrogenase isoform 1 (ALDH1), in human epithelial cancers. PLoS One
2010;5:e10277.
Landen CN Jr, Lu C, Han LY, Coffman KT, Bruckheimer E, Halder J, et al.
Efﬁcacy and antivascular effects of EphA2 reduction with an agonistic
antibody in ovarian cancer. J Natl Cancer Inst 2006;98:1558–70.
SABiosciences. Human RT2 RNA QC PCR Array; 2011. Available from:
http://www.sabiosciences.com/rt_pcr_product/HTML/PAHS-999A.
html. Accessed on 6/17/2011.
SABiosciences. Human Stem Cell Signaling RT2 Proﬁler PCR Array;
2011. Available from: http://www.sabiosciences.com/rt_pcr_product/
HTML/PAHS-047A.html. Accessed on 6/17/2011.

Clinical Cancer Research

Downloaded from clincancerres.aacrjournals.org on November 22, 2017. © 2012 American Association for Cancer Research.

Published OnlineFirst December 5, 2011; DOI: 10.1158/1078-0432.CCR-11-2188

Putative Ovarian Cancer Stem Cells and Recurrence

17. Steg A, Wang W, Blanquicett C, Grunda JM, Eltoum IA, Wang K, et al.
Multiple gene expression analyses in parafﬁn-embedded tissues by
TaqMan low-density array: application to hedgehog and Wnt pathway
analysis in ovarian endometrioid adenocarcinoma. J Mol Diagn
2006;8:76–83.
18. Louie KG, Behrens BC, Kinsella TJ, Hamilton TC, Grotzinger KR,
McKoy WM, et al. Radiation survival parameters of antineoplastic
drug-sensitive and -resistant human ovarian cancer cell lines and their
modiﬁcation by buthionine sulfoximine. Cancer Res 1985;45:2110–5.
19. Landen CN, Kim TJ, Lin YG, Merritt WM, Kamat AA, Han LY, et al.
Tumor-selective response to antibody-mediated targeting of alphavbeta3 integrin in ovarian cancer. Neoplasia 2008;10:1259–67.
20. Halder J, Kamat AA, Landen CN Jr, Han LY, Lutgendorf SK, Lin YG,
et al. Focal adhesion kinase targeting using in vivo short interfering
RNA delivery in neutral liposomes for ovarian carcinoma therapy. Clin
Cancer Res 2006;12:4916–24.
21. Lau DH, Ross KL, Sikic BI. Paradoxical increase in DNA cross-linking in
a human ovarian carcinoma cell line resistant to cyanomorpholino
doxorubicin. Cancer Res 1990;50:4056–60.
22. Buick RN, Pullano R, Trent JM. Comparative properties of ﬁve human
ovarian adenocarcinoma cell lines. Cancer Res 1985;45:3668–76.
23. Moore DH, Allison B, Look KY, Sutton GP, Bigsby RM. Collagenase
expression in ovarian cancer cell lines. Gynecol Oncol 1997;65:78–82.
24. Thaker PH, Yazici S, Nilsson MB, Yokoi K, Tsan RZ, He J, et al.
Antivascular therapy for orthotopic human ovarian carcinoma through
blockade of the vascular endothelial growth factor and epidermal
growth factor receptors. Clin Cancer Res 2005;11:4923–33.
25. Spannuth WA, Mangala LS, Stone RL, Carroll AR, Nishimura M,
Shahzad MM, et al. Converging evidence for efﬁcacy from parallel
EphB4-targeted approaches in ovarian carcinoma. Mol Cancer Ther
2010;9:2377–88.
26. Hamilton TC, Young RC, McKoy WM, Grotzinger KR, Green JA, Chu
EW, et al. Characterization of a human ovarian carcinoma cell line (NIH:
OVCAR-3) with androgen and estrogen receptors. Cancer Res
1983;43:5379–89.
27. Yu D, Wolf JK, Scanlon M, Price JE, Hung MC. Enhanced c-erbB-2/neu
expression in human ovarian cancer cells correlates with more severe
malignancy that can be suppressed by E1A. Cancer Res 1993;53:
891–8.
28. Ding XW, Wu JH, Jiang CP. ABCG2: a potential marker of stem cells and
novel target in stem cell and cancer therapy. Life Sci 2010;86:631–7.
29. Fonsatti E, Altomonte M, Nicotra MR, Natali PG, Maio M. Endoglin
(CD105): a powerful therapeutic target on tumor-associated angiogenetic blood vessels. Oncogene 2003;22:6557–63.
30. Dallas NA, Samuel S, Xia L, Fan F, Gray MJ, Lim SJ, et al. Endoglin
(CD105): a marker of tumor vasculature and potential target for therapy. Clin Cancer Res 2008;14:1931–7.
31. Merchant AA, Matsui W. Targeting Hedgehog–a cancer stem cell
pathway. Clin Cancer Res 2010;16:3130–40.
32. Hill RP. Identifying cancer stem cells in solid tumors: case not proven.
Cancer Res 2006;66:1891–5; discussion 1890.
33. Sneddon JB, Werb Z. Location, location, location: the cancer stem cell
niche. Cell Stem Cell 2007;1:607–11.
34. Annunziata CM, O'Shaughnessy J. Poly (ADP-ribose) polymerase as a
novel therapeutic target in cancer. Clin Cancer Res 2010;16:4517–26.

www.aacrjournals.org

35. Wei X, Dombkowski D, Meirelles K, Pieretti-Vanmarcke R, Szotek
PP, Chang HL, et al. Mullerian inhibiting substance preferentially
inhibits stem/progenitors in human ovarian cancer cell lines compared with chemotherapeutics. Proc Natl Acad Sci U S A 2010;
107:18874–9.
36. Takebe N, Harris PJ, Warren RQ, Ivy SP. Targeting cancer stem cells by
inhibiting Wnt, Notch, and Hedgehog pathways. Nat Rev Clin Oncol
2011;8:97–106.
37. Singh A, Settleman J. EMT, cancer stem cells and drug resistance:
an emerging axis of evil in the war on cancer. Oncogene 2010;29:
4741–51.
38. Barbara NP, Wrana JL, Letarte M. Endoglin is an accessory protein that
interacts with the signaling receptor complex of multiple members of
the transforming growth factor-beta superfamily. J Biol Chem 1999;
274:584–94.
39. Perez-Gomez E, Del Castillo G, Juan Francisco S, Lopez-Novoa JM,
Bernabeu C, Quintanilla M. The role of the TGF-b coreceptor endoglin
in cancer. Sci World J 2010;10:2367–84.
40. Henriksen R, Gobl A, Wilander E, Oberg K, Miyazono K, Funa K.
Expression and prognostic signiﬁcance of TGF-beta isotypes, latent
TGF-beta 1 binding protein, TGF-beta type I and type II receptors, and
endoglin in normal ovary and ovarian neoplasms. Lab Invest 1995;73:
213–20.
41. Taskiran C, Erdem O, Onan A, Arisoy O, Acar A, Vural C, et al. The
prognostic value of endoglin (CD105) expression in ovarian carcinoma.
Int J Gynecol Cancer 2006;16:1789–93.
42. Li C, Issa R, Kumar P, Hampson IN, Lopez-Novoa JM, Bernabeu C,
et al. CD105 prevents apoptosis in hypoxic endothelial cells. J Cell Sci
2003;116:2677–85.
43. Shiozaki K, Harada N, Greco WR, Haba A, Uneda S, Tsai H, et al.
Antiangiogenic chimeric anti-endoglin (CD105) antibody: pharmacokinetics and immunogenicity in nonhuman primates and effects of
doxorubicin. Cancer Immunol Immunother 2006;55:140–50.
44. Seon BK, Haba A, Matsuno F, Takahashi N, Tsujie M, She X, et al.
Endoglin-targeted cancer therapy. Curr Drug Deliv 2011;8:135–43.
45. Sims-Mourtada J, Izzo JG, Ajani J, Chao KS. Sonic Hedgehog promotes multiple drug resistance by regulation of drug transport. Oncogene 2007;26:5674–9.
46. Singh RR, Kunkalla K, Qu C, Schlette E, Neelapu SS, Samaniego F,
et al. ABCG2 is a direct transcriptional target of hedgehog signaling
and involved in stroma-induced drug tolerance in diffuse large B-cell
lymphoma. Oncogene. 2011 May 30. [Epub ahead of print].
47. Siddik ZH. Cisplatin: mode of cytotoxic action and molecular basis of
resistance. Oncogene 2003;22:7265–79.
48. Regl G, Kasper M, Schnidar H, Eichberger T, Neill GW, Philpott MP,
et al. Activation of the BCL2 promoter in response to Hedgehog/GLI
signal transduction is predominantly mediated by GLI2. Cancer Res
2004;64:7724–31.
49. Kump E, Ji J, Wernli M, Hausermann P, Erb P. Gli2 upregulates cFlip
and renders basal cell carcinoma cells resistant to death ligandmediated apoptosis. Oncogene 2008;27:3856–64.
50. Narita S, So A, Ettinger S, Hayashi N, Muramaki M, Fazli L, et al. GLI2
knockdown using an antisense oligonucleotide induces apoptosis and
chemosensitizes cells to paclitaxel in androgen-independent prostate
cancer. Clin Cancer Res 2008;14:5769–77.

Clin Cancer Res; 18(3) February 1, 2012

881

Downloaded from clincancerres.aacrjournals.org on November 22, 2017. © 2012 American Association for Cancer Research.

Published OnlineFirst December 5, 2011; DOI: 10.1158/1078-0432.CCR-11-2188

Stem Cell Pathways Contribute to Clinical Chemoresistance in
Ovarian Cancer
Adam D. Steg, Kerri S. Bevis, Ashwini A. Katre, et al.
Clin Cancer Res 2012;18:869-881. Published OnlineFirst December 5, 2011.

Updated version
Supplementary
Material

Cited articles
Citing articles

E-mail alerts
Reprints and
Subscriptions
Permissions

Access the most recent version of this article at:
doi:10.1158/1078-0432.CCR-11-2188
Access the most recent supplemental material at:
http://clincancerres.aacrjournals.org/content/suppl/2011/12/08/1078-0432.CCR-11-2188.DC1

This article cites 47 articles, 24 of which you can access for free at:
http://clincancerres.aacrjournals.org/content/18/3/869.full#ref-list-1
This article has been cited by 15 HighWire-hosted articles. Access the articles at:
http://clincancerres.aacrjournals.org/content/18/3/869.full#related-urls

Sign up to receive free email-alerts related to this article or journal.
To order reprints of this article or to subscribe to the journal, contact the AACR Publications Department at
pubs@aacr.org.
To request permission to re-use all or part of this article, use this link
http://clincancerres.aacrjournals.org/content/18/3/869.
Click on "Request Permissions" which will take you to the Copyright Clearance Center's (CCC)
Rightslink site.

Downloaded from clincancerres.aacrjournals.org on November 22, 2017. © 2012 American Association for Cancer Research.

