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Constitutively-active androgen receptor variants function
independently of the HSP90 chaperone but do not confer
resistance to HSP90 inhibitors
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ABSTRACT:
The development of lethal, castration resistant prostate cancer is associated
with adaptive changes to the androgen receptor (AR), including the emergence of
mutant receptors and truncated, constitutively active AR variants. AR relies on the
molecular chaperone HSP90 for its function in both normal and malignant prostate
cells, but the requirement for HSP90 in environments with aberrant AR expression
is largely unknown. Here, we investigated the efficacy of three HSP90 inhibitors,
17-AAG, HSP990 and AUY922, against clinically-relevant AR missense mutants and
truncated variants. HSP90 inhibition effectively suppressed the signaling of wild-type
AR and all AR missense mutants tested. By contrast, two truncated AR variants, ARV7 and ARv567es, exhibited marked resistance to HSP90 inhibitors. Supporting this
observation, nuclear localization of the truncated AR variants was not affected by
HSP90 inhibition and AR variant:HSP90 complexes could not be detected in prostate
cancer cells. Interestingly, HSP90 inhibition resulted in accumulation of AR-V7
and ARv567es in both cell lines and human tumor explants. Despite the apparent
independence of AR variants from HSP90 and their treatment-associated induction,
the growth of cell lines with endogenous or enforced expression of AR-V7 or ARv567es
remained highly sensitive to AUY922. This study demonstrates that functional AR
variant signaling does not confer resistance to HSP90 inhibition, yields insight into
the interaction between AR and HSP90 and provides further impetus for the clinical
application of HSP90 inhibitors in advanced prostate cancer.

INTRODUCTION

CRPC is characterized by sustained androgen receptor
(AR) signaling within the “castrate” environment [1]
through adaptive mechanisms such as increased intratumoral androgen biosynthesis [2], AR overexpression and
amplification [3, 4] and increased response to or levels
of AR co-regulators [5]. Another important mechanism
driving castration-resistance is mutation of the AR gene,
the frequency of which increases with tumor stage and

The mechanisms underlying the development of
castration-resistant prostate cancer (CRPC), characterized
by the survival and proliferation of prostate cancer cells
following androgen deprivation therapy (ADT), have
been the subject of intense scrutiny over the past decade.
The totality of research in this field has demonstrated that
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in CRPC [6-8]. Functional analyses have demonstrated
that the majority of these mutations do not cause loss of
function but rather confer one of two main phenotypes:
increased promiscuity of activation by non-classical
ligands, or greater transactivation capacity via altered
interaction with co-regulators. Archetypal examples
include the T877A mutation, which is present in the
LNCaP cell line and allows promiscuous activation by a
variety of hormonal ligands [9], and the E235G mutation
(E231G in mice), which increases basal receptor activity,
affects co-regulator binding and yields a receptor that can
cause oncogenic transformation of the prostate [10].
More recently, the isolation of constitutively active,
truncated forms of the AR has revealed another mechanism
underlying persistent AR signaling in CRPC. These socalled AR variants (ARVs), which arise due to aberrant
splicing and/or structural rearrangements of the AR gene
[11, 12], have variable structures but each lacks all or a
portion of the ligand-binding domain (LBD) [13]. Loss of
the LBD produces transcription factors that can signal in
the absence of ligand and are therefore resistant to LBDtargeting AR antagonists or agents that repress androgen
biosynthesis [12, 14-16]. Two of the most commonly
occurring variants, ARv567es and AR-V7, are induced
by castration and their expression in bone metastases of
men with CRPC is associated with a particularly poor
prognosis [12, 17, 18]. These observations suggest that
ARVs represent an adaptive response to ADT by enabling
sustained growth-promoting signaling in an androgendeplete environment. A mechanism potentially underlying
the association of ARVs with lethal disease was recently
elucidated by Hu and colleagues, who showed that
ARVs direct the expression of a transcriptome that is
characterized by genes involved in mitosis and rapid
progression through DNA-repair check points [19].
The realization that AR signaling is maintained
in CRPC has underpinned the clinical development and
recent FDA approval of agents that more effectively target
androgen biosynthesis (e.g. abiraterone acetate) or the AR
LBD (e.g. MDV3100/enzalutamide). While abiraterone
and enzalutamide have improved the clinical outlook of
men with CRPC, they are not curative [20, 21]. As with
earlier forms of ADT, resistance to these newer generation
agents may involve the emergence of novel forms of
the AR, including point mutants and truncated variants
[19]. As such, there is an urgent requirement for novel
therapeutic strategies for CRPC that effectively inhibit all
forms of aberrant AR signaling.
Heat shock protein 90 (HSP90) is an ATP-dependent
molecular chaperone required for the stabilization and
correct folding of > 200 proteins [22]. These “clients”
include AR and a range of oncoproteins involved in
diverse cellular pathways, making it an attractive target for
prostate cancer [23, 24]. Moreover, HSP90 is frequently
elevated in malignant prostate tissue compared to normal
epithelium, highlighting its clinical relevance [25]. A
www.impactjournals.com/oncotarget

number of recent studies have demonstrated the preclinical efficacy of HSP90 inhibitors in prostate cancer,
including an ability to delay castration-resistant tumor
growth [26-29]. The most extensively characterized
HSP90 inhibitors are the ansamycin derivatives,
including 17-allylamino-17 demethoxygeldanamycin
(17-AAG) and 17-(dimethylaminotheyl-amino)-17demethoxygeldanamycin (17-DMAG), which have
performed poorly in the clinic due to poor solubility
and pharmacokinetics and hepatotoxicity [30, 31].
Newer-generation agents such as NVP-AUY922
(hereafter referred to as AUY922), a resorcinylic
isoxazole amide, and NVP-HSP990 (HSP990), an orally
available aminopyrimidine, possess more favourable
pharmacological properties and are currently being
assessed in multiple clinical trials (www.clinicaltrials.
gov).
Despite the potential of HSP90 inhibitors for the
treatment of prostate cancer, the consequence of HSP90
inhibition has not been comprehensively assessed in
the context of AR signaling by aberrant forms of the
receptor, such as gain-of-function missense mutants and
constitutively-active variants lacking the LBD. This is
of particular relevance given the emerging realization
that HSP90 and other chaperones act to stabilize mutant
oncoproteins that are characteristic of many human
cancers [23, 24]. In this study, we examined the efficacy
of HSP90 inhibitors against a diverse range of androgen
receptor mutants and variants. Our work further highlights
the clinical potential of these agents in prostate cancer
and provides insight into the chaperone requirements of
aberrant androgen receptors.

RESULTS
HSP90 inhibitors repress the transcriptional
activity of wild-type AR and a wide range of
clinically-relevant AR mutants
HSP90 inhibitors, 17-AAG, AUY922 and HSP990,
were assessed for their ability to decrease wild-type AR
(wtAR) transactivation activity by luciferase reporter
assay in transfected PC-3 prostate cancer cells. All three
HSP90 inhibitors dose-dependently decreased wtAR
transactivation activity but AUY922 was the most
potent agent, reducing wtAR transactivation activity by
>98% at doses of 25nM and above (Fig. 1, top left). The
efficacy of the HSP90 inhibitors were then assessed in
cells transfected with a range of somatic missense gainof-function AR point mutants that have been previously
identified in clinical prostate tumors, mouse models,
xenografts and cell lines (Supplementary Table 1). We
first confirmed that each of the mutants were expressed at
a similar level to wtAR and exhibited comparable DHT692
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Figure 1: HSP90 inhibitors dose-dependently reduce transactivation activity of wtAR and gain-of-function missense
mutants. PC-3 cells were transfected with plasmids expressing wtAR or AR mutants and a probasin-luciferase reporter for 4 h prior to a
20 h treatment with 1 nM DHT. The doses of HSP90 inhibitor are shown to the right of the graphs. Luciferase activity values are expressed
relative to 0 nM HSP90 inhibitor (set to 100%) and represent the mean (± SEM) of two independent experiments.
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The transcriptional activity of AR variants
lacking the LBD is resistant to HSP90 inhibition

dependent transcriptional activity (Supplementary Fig. 1).
In response to HSP90 inhibitor treatment, all 7 AR mutants
displayed a dose-dependent decrease in transactivation
activity (Fig. 1). As observed for wtAR, AUY922 was
consistently the most potent HSP90 inhibitor, reducing
transactivation activity of all assayed AR mutants by 6090% at ≥ 25 nM dose.
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We next assessed the effect of HSP90 inhibition
on transcriptional signaling by the two most clinically
relevant ARVs, ARv567es and AR-V7. Both of these
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Figure 2: Truncated AR variants exhibit resistance to HSP90 inhibitors. Transactivation assays were performed as described

in Figure 1 with low doses of HSP90 inhibitors (A) or high doses of HSP90 inhibitors (B) (keys are shown below the graphs). Lysates not
analyzed for luciferase activity were pooled from replicate wells and immunoblotted for AR and GAPDH to visualize steady-state protein
levels.
www.impactjournals.com/oncotarget

694

Oncotarget 2013; 4: 691-704

variants lack the LBD, are active in the absence of
androgen, and are resistant to drugs targeting the LBD
[12, 19]. As expected, in our experimental system the
variants could activate the synthetic probasin promoter in
an androgen-independent manner (Supplementary Fig. 2).
Interestingly, both truncated AR variants exhibited marked
resistance to HSP90 inhibition compared to the full-length
receptor (Fig. 2A). More specifically, doses up to 100 nM
of 17-AAG had no effect on AR-V7 transactivation and no
dose of AUY922 or HSP990 reduced either ARv567es or
AR-V7 by more than ~ 60%.
Inhibition of HSP90 function is known to induce
proteosomal degradation of HSP90 client proteins,
including AR [32]. To determine whether the divergent

A

GFP

DAPI

responses to HSP90 inhibition were associated with
changes in steady-state protein levels, lysates utilized in
the luciferase assays were analyzed by immunoblotting.
Protein levels of wtAR decreased in a dose-dependent
manner in response to HSP90 inhibition and generally
corresponded well with transcriptional activity (Fig. 2A).
By contrast, steady-state protein levels of the variants
were reduced by HSP90 inhibition but not to the extent of
wtAR. Furthermore, in some cases robust transcriptional
activity could be observed even when variant protein was
effectively reduced by HSP90 inhibition (see, for example,
response of AR-V7 and ARv567es to 100 nM doses of
HSP990).
To assess the extent to which the constitutively-

Tubulin

GFP:
DAPI

GFP:
Tubulin
DMSO

wtAR

DHT

DHT +
AUY922

B
DMSO

ARv567es
DHT +
AUY922

C
DMSO

AR-V7
DHT +
AUY922
Figure 3: HSP90 inhibition does not affect the nuclear localization of truncated AR variants. PC-3 cells grown in androgen-

depleted media (phenol-red free RPMI + DCC-FBS) were transfected with GFP-tagged forms of wtAR (A), AR v567es (B) or AR-V7 (C)
and treated with DMSO (vehicle control), 1 nM DHT or 1 nM DHT and 100 nM AUY922. Nuclei were stained with DAPI and cytoskeletons
with tubulin. Representative images are shown for five color channels (GFP, DAPI, tubulin, merged GFP/DAPI and merged GFP/tubulin).
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active AR variants were resistant to HSP90 inhibition,
the transactivation assays were repeated at 10-fold higher
doses of HSP90 inhibitor (0-1000 nM). No transcriptional
activity by wtAR was observed for any AUY922 dose
or any HSP990 treatment ≥ 250nM, an observation that
mirrored receptor protein levels (Fig. 2B). The reduction
in wtAR activity and protein was not due to a decrease
in cell number within the timeframe of the experiment,
as assessed by crystal violet assay (Supplementary Fig.
3). Interestingly, even with high doses of the HSP90
inhibitors, ARv567es and AR-V7 exhibited robust
transcriptional activity: no dose of any HSP90 inhibitor
reduced AR-V7 activity more than ~ 60%, whereas
ARv567es was slightly more sensitive but still maintained
> 20% of its normal activity at the highest doses (Fig.
2B). Moreover, we noted that treatment with doses of
AUY922 greater than 250 nM resulted in a modest but
reproducible recovery of ARV transactivation activity that
was associated with increased protein levels (Fig. 2B).

localization in the absence of DHT and this distribution
was not altered when cells were treated with AUY922
(Figs. 3B and 3C). Thus, nuclear import of ARVs appears
to be independent of the HSP90 chaperone system.
To further examine the relationship between
ARVs and HSP90, we tested whether ARV:HSP90
protein complexes exist in prostate cancer cells by
co-immunoprecipitation assays. FLAG-tagged forms
of wtAR and the ARVs, which exhibited normal
transcriptional activity (Supplementary Fig. 4B), were
used in this experiment. FLAG-AR was isolated by
immunoprecipitation under non-denaturing conditions,
and molybdate was included to preserve chaperone
interactions [33]. As expected, wtAR formed a complex
with HSP90 when grown in androgen-depleted media
that was largely lost following the addition of 1 nM
DHT (Fig. 4A). By contrast, neither of the AR variants
co-immunoprecipitated detectable amounts of HSP90 in
androgen-depleted media (Fig. 4B), further suggesting that
classical AR regulatory mechanisms do not influence ARV
function.

ARVs function independently of the HSP90
chaperone system

ARV expression is induced by HSP90 inhibition

To further investigate the apparent resistance of
ARv567es and AR-V7 to these agents, we determined
whether HSP90 inhibition affected the subcellular
localization of GFP-tagged forms of the variants. We
first confirmed that GFP-wtAR, GFP-AR-V7 and GFPARv567es were transcriptionally active in PC-3 cells
(Supplementary Fig. 4A). Subsequently, cells expressing
the fusion proteins were treated with DHT and/or AUY922
and fluorescence monitored after 48 h. Wild-type AR
was primarily cytoplasmic when cells were grown in the
absence of androgen (charcoal-stripped serum) and shifted
rapidly to the nucleus with addition of DHT (Fig. 3A).
However, co-treatment with AUY922 blocked the DHTmediated nuclear import of wtAR (Fig. 3A). By contrast,
AR-V7 and ARv567es exhibited primarily nuclear
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Our results suggest that transiently-expressed ARVs
function largely independently of the HSP90 chaperone.
To assess whether HSP90 inhibitors affect the expression
and/or stability of endogenously-expressed ARVs, protein
and RNA was isolated from VCaP cells that had been
treated for 24 h with AUY922. VCaP cells were chosen
because they express both AR-V7 and ARv567es and
exhibit selection of AR-V7 in response to agents targeting
the LBD (e.g. MDV3100) [19]. qRT-PCR quantification
revealed that full-length AR (detected with primers that
amplify a region crossing the exon 5-6 splice junction)
and AR-V7 expression increased in response to 40 and
160 nM AUY922 treatment compared to vehicle control
(DMSO) (Fig. 5A). In our hands, ARv567es mRNA was

AR

HSP90

HSP90

DHT

Figure 4: Truncated AR variants do not form stable complexes with HSP90. (A) DHT promotes dissociation of wild-type

AR from HSP90. PC-3 cells grown in androgen-depleted media (phenol-red free RPMI + DCC-FBS) were transfected with FLAG-tagged
wtAR or empty plasmid and treated with 1 nM DHT or vehicle control. FLAG-tagged wtAR protein complexes were immunoprecipitated
and immunoblotted for HSP90. (B) Truncated AR variants do not associate with HSP90. PC-3 cells grown in androgen-depleted media were
transfected with FLAG-tagged wtAR, ARv567es or AR-V7 or an empty plasmid control and grown in an androgen-depleted environment.
FLAG-tagged AR protein complexes were immunoprecipitated and immunoblotted for HSP90.
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not detectable by Taqman probe-based qRT-PCR in this
cell line (data not shown), possibly because cells were
grown in media containing full serum and supplemented
with 0.1% DHT, which is known to repress ARv567es
expression [19]. Corresponding protein lysates were
immunoblotted for AR to assess whether the observed
changes in mRNA were coupled to an increase in protein
level (Fig. 5B). Induction of HSP70, a known marker
of HSP90 inhibition [26], confirmed the efficacy of the
drug treatments (Fig. 5B). Importantly, AR-V7 protein
levels were robustly increased following treatment with
AUY922. Interestingly, loss of wtAR protein was not
observed by HSP90 inhibition in VCaP cells, a response
that is incongruent with other prostate cancer cell lines
(e.g. LNCaP, C4-2B, 22Rv1) and tumor explants [26, 27,
34, 35].
To investigate the relationship between HSP90
inhibition and ARV expression in a more biologically
relevant system, we evaluated AR and ARV expression
in human prostate tumors cultured ex vivo in medium
containing AUY922. As previously observed [26],
treatment of tumor tissue with AUY922 markedly reduced
proliferation, as measured by Ki67 immunohistochemistry
(Supplementary Fig. 5). We have previously demonstrated
that AUY922 decreases wtAR protein levels in primary
tumors cultured in this manner [26]. By contrast, wtAR
mRNA levels increased in 9/9 tumors (average = 3.1fold) in response to treatment with 500 nM AUY922
compared to vehicle control (DMSO) (Fig. 5C) (one sided
t test, p = 0.0011). ARV expression was also induced by
AUY922: ARv567es (detectable in 7/9 tumours) and ARV7 (detectable in 8/9 tumors) transcript levels increased
by an average of 8.8-fold (p = 0.0493) and 1.6-fold (p =
0.1170), respectively (Fig. 5C). These data reveal that in
ex vivo cultured primary tumors, AUY922 induces full-
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Given that ARVs are resistant to HSP90 inhibitors at
a transcriptional level, can enter the nucleus independently
of the HSP90 chaperone system and can be induced by
AUY922 in primary tumors, we reasoned that persistent
ARV-mediated signaling in prostate cancer cells could
confer some level of resistance to HSP90 inhibition. To
test this idea, we assessed the growth-suppressive activity
of AUY922 in the VCaP line. As reported previously
[26], these cells were sensitive to AUY922 treatment,
with maximal anti-proliferative activity observed at 40
nM (Fig. 6A). VCaP cells did not grow well in androgendeplete media and growth suppression by AUY922 could
not be assessed under these conditions (data not shown).
We subsequently investigated the efficacy of
AUY922 in another prostate cancer cell line with
endogenous ARV expression, 22Rv1 [14]. The ability
of 22Rv1 cells to grow in the absence of androgen or in
the presence of enzalutamide (MDV3100) is conferred
by expression of the AR-V7 variant [14, 36]. Cell
proliferation was reduced in a dose-dependent manner by
AUY922 in both androgen-replete (full fetal bovine serum
(FBS)) and androgen-deplete (charcoal-stripped serum;
DCC-FBS) media (Fig. 6B), where maximal inhibition
was observed at 20 nM and 40 nM, respectively.
To more directly investigate the potential of ARVs to
promote resistance to AUY922, we generated LNCaP cells
stably transfected with inducible forms of wtAR, AR-V7
and ARv567es. Upon treatment with cumate, the proteins
were expressed at levels approximately 1-5% of the
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Figure 5: AUY922 modulates the levels of wtAR and AR-V7 transcript and protein. (A) VCaP cells were treated for 24 h with

the indicated doses of AUY922 or vehicle DMSO. Wild-type AR and AR-V7 mRNA was measured by quantitative RT-PCR (normalized to
reference gene GAPDH; DMSO set to 1). Values are the mean (± SEM) of triplicate samples; results are representative of two independent
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endogenous wtAR (Fig. 6C), a ratio that has been reported
to be physiologically relevant [17]. In growth assays,
robust induction of the proteins was observed after 4 days
(Fig. 6C). As expected, AUY922 effectively suppressed
the growth of LNCaP cells expressing physiological levels
of wtAR (control line + ethanol/cumate; wtAR line +
ethanol), and over-expression of wtAR following cumate
treatment had no discernable impact on drug efficacy (Fig.
6D). Similarly, enforced over-expression of AR-V7 or
ARv567es did not confer any detectable level of resistance
to HSP90 inhibition by AUY922 (Fig. 6D).

Using AR-specific reporter assays, we found that
HSP90 inhibition effectively disrupted the transcriptional
activity of a wide range of clinically-relevant AR somatic
missense point mutants. Therefore, as for wtAR, canonical
HSP90 regulatory pathways are likely to control the
maturation, stabilization, ligand binding and nuclear
import of mutant receptors. This finding strengthens the
case for the application of HSP90 inhibitors in castrationresistant tumors, which are more likely to express gainof-function mutant receptors. As expected from IC50
values, solubility and affinities for HSP90, AUY922 and
HSP990 were more efficacious against the AR mutants
than the ansamycin derivative, 17-AAG. This corresponds
with previous work from our laboratory demonstrating
enhanced efficacy of AUY922 and HSP990 in the
LNCaP cell line that expresses the T877A mutation [26].
The increased capacity of these new generation agents
to disrupt both wild-type and mutant AR signaling, in
addition to their improved pharmacologic and toxicologic
profiles, further supports their clinical investigation in men
with advanced prostate cancer.
In contrast to the missense AR mutants, the
C-terminally truncated AR-V7 and ARv567es
both displayed resistance to HSP90 inhibitors at a

DISCUSSION
Current treatments for CRPC prolong survival,
but are not curative. The critical role of HSP90 in the
stabilization, maturation and activation of AR and other
proteins that contribute to the progression of prostate
cancer highlights the potential of HSP90 inhibitors as
therapeutic agents. However, until now, no study has
comprehensively assessed whether clinically relevant
gain-of-function AR mutants and truncated androgen
receptors that can emerge in CRPC are reliant on the
HSP90 chaperone system for activity.
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transcriptional level. Indeed, even doses up to 1000
nM of AUY922 and HSP990 only partially disrupted
ARV signaling. Similarly, a recent study found that
the transcriptional activity of AR-V7 was shown to be
resistant to other new and old-generation HSP90 inhibitors
(ganetespib and geldanamycin, respectively) [37]. Two
findings from our study likely underpin the apparent
independence of ARV activity from HSP90. First, the
nuclear localization of AR-V7 and ARv567es was largely
unaffected by the potent HSP90 inhibitor, AUY922. This
observation mirrors recent research demonstrating that
the nuclear import of ARVs was not disrupted by 17-AAG
[38]. By contrast, even in a cell line model of CRPC that
exhibits ligand-independent activity of full-length AR,
normal HSP90 function is necessary for nuclear import
of the receptor [39], highlighting the distinction between
ARVs and wtAR. Second, co-immunoprecipitation assays
revealed that interactions between ARVs and HSP90
are not detectable even in cells transiently expressing
high levels of the ARV. Interaction surface mapping
has demonstrated that chaperone interactions localize
primarily to the LBD of steroid receptors [22]. More
specifically, analysis of the rat AR found that amino
acids 703 and 758 of the rat AR, corresponding to the
hinge region and part of the LBD in the human AR, are
important for its interaction with HSP90 [40]. Studies
of the glucocorticoid receptor identified a specific
7-amino acid sequence required for HSP90 binding that
corresponds with amino acids 670 to 676 in the hinge
domain of the human AR [41], which is a reported proteinprotein interaction surface [42]. ARv567es contains
the hinge domain but none of the LBD whereas AR-V7
lacks both the hinge and LBD, supporting a role for these
C-terminal domains in mediating an interaction between
full length AR and HSP90.
Collectively, the observation that HSP90 inhibitors
have a minimal effect on ARV transcriptional activity
and nuclear localization and our inability to detect
HSP90:ARV protein complexes indicate that AR-V7 and
ARv567es function largely independently of HSP90.
Whether other proteins “chaperone” ARVs is currently
unknown. Classic members of the HSP90 molecular
machinery, such as HSP70, p23, FKBP52 and Cyp40,
either bind to the AR LBD or indirectly with AR via
HSP90 [22, 43]. As such, we do not expect these factors
to be important regulators of C-terminally truncated
AR variants. A plausible candidate ARV chaperone is
HSP27, which was found to bind directly to the AR NTD
in vitro and has been linked to treatment resistance and
cell survival in prostate cancer [44]. At least two lines
of evidence support the concept that a non-canonical
chaperone system, perhaps comprising HSP27 and/or
other factors, regulates ARV function. First, by comparing
the expression of full-length AR with ARVs at both
the protein and mRNA level, Hornberg and colleagues
found evidence for increased stability of ARVs in CRPC
www.impactjournals.com/oncotarget

bone metastases [17]. Protection from intracellular
protein surveillance mechanisms, such as the ubiquitinproteasome system, is a major function of HSPs and
stress proteins. Second, the intrinsically disordered nature
of the NTD means that chaperone-mediated protection
from misfolding, aggregation and illicit protein:protein
interactions would likely benefit ARVs. Identifying ARV
regulators, including chaperones, is an important next
step in elucidating the function of these novel drivers of
prostate cancer progression and is likely to have significant
clinical implications.
While our discussion has focused on the resistance
of ARVs to HSP90 inhibition, the observation that high
doses of all three agents at least partially suppressed ARVdriven transcription is worth consideration. We envision at
least three possible explanations for this finding. First, we
cannot rule out the possibility that ARVs retain a residual
level of interaction with, and reliance on, HSP90. Indeed,
a subset of the variants retain the hinge region, a proposed
HSP90 interaction surface. Second, as discussed above,
ARVs may utilize alternative chaperones that could be
affected by high concentrations of HSP90 inhibitors.
Finally, ARV activity is likely to be indirectly affected
by HSP90 inhibition through deregulation of alternative
client proteins. For example, it was recently found that
suppression of the PI3K-AKT pathway inhibits AR-V7
transcriptional activity [45], and HSP90 is an important
regulator of AKT [46].
Despite the apparent autonomy of ARVs from
the HSP90 chaperone system, we observed that the
growth/proliferation of cell lines expressing AR-V7 or
ARv567es, either endogenously or in an enforced manner
from an inducible promoter, is highly sensitive to HSP90
inhibition. Thus, the growth advantage associated with
ARV expression is unable to compensate for disruption
of other critical cellular pathways by HSP90 inhibitors.
It follows that sensitivity to these agents is largely
independent from both classical and aberrant AR signaling
axes, a concept further supported by the observation that
HSP90 inhibitors are highly effective in both AR-positive
and AR-negative settings in vitro [26]. Collectively, these
findings highlight the broad mode of action of these
agents, a characteristic also likely to minimize the therapymediated selection pressures that drive drug resistance.
This study also provided insight into the relationship
between HSP90 inhibition and AR gene expression.
Importantly, we demonstrated that treatment with the
potent HSP90 inhibitor AUY922 caused an increased
level of transcripts encoding full-length AR (VCaP cells
and primary tumors), AR-V7 (VCaP cells only; trend
to increase in primary tumors) and ARv567es (primary
tumors only; not detectable in VCaP cells). One potential
explanation for this finding is that liganded AR can
negatively regulate its own expression [47]: thus, the
loss of AR protein associated with HSP90 inhibition,
which occurs in AUY922-treated, ex vivo cultured
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Plasmids

prostate tumors [26], could de-repress the AR gene.
This hypothesis may also explain why AR inhibition
(MDV3100 treatment or knockdown with siRNA) leads to
accumulation of AR-V7 and emergence of an alternative
transcriptome [19]. Alternatively, HSP90 inhibition may
impact on mRNA splicing, stability and/or translation,
leading to accumulation of AR mRNA [48]. Irrespective
of mechanism, the finding that HSP90 inhibitors can cause
accumulation of AR and ARVs may be relevant to the
clinical application of these agents. For example, although
we have demonstrated that the broad mode of action of
HSP90 inhibitors can overcome the selection for ARVs in
short-term in vitro experiments, the consequences of such
selection during prolonged treatment of men is unknown.
Our findings provide a rationale for clinical application
of a combinatorial treatment strategy comprising HSP90
inhibitors and agents that target the AR-NTD.
AR-V7 and ARv567es were detectable by qRTPCR in 8/9 and 7/9 primary tumors, respectively. For ARV7, this proportion is similar to what has been reported
in previous studies [16, 17]. By contrast, ARv567es has
rarely been detected in primary tumors to date [12, 17].
A possible explanation for this discrepancy relates to
methodology: we employed a highly specific probe-based
assay rather than the SYBR assay employed in earlier
studies. Our data suggests that ARv567es may be more
prevalent than previously estimated, an important finding
given its association with survival [17].
In summary, our study provides key new insights
into the clinical potential of HSP90 inhibitors in cells that
are characterized by aberrant AR signaling. Despite the
independence of constitutively-active AR variants from
the HSP90 chaperone system, HSP90 inhibitors are likely
to be effective in CRPC by targeting signaling by wildtype AR, missense AR mutants and other critical pathways
required for growth and survival of prostate cancer cells.

The pGL4.14-probasin-ARR3-tk-luciferase reporter
has been reported [32]. Plasmid constructs harbouring
full-length AR with somatic missense mutations were
created from pCMV-AR by PCR-based megaprimer in
vitro mutagenesis as previously described [33]. pcDNAAR-V7 and pcDNA-ARv567es expression plasmids have
been described [19]. pcDNA-HA-GFP-ARv567es was
made by inserting a PCR product containing the complete
GFP coding sequence into the BamHI site of pcDNAHA-ARv567es [12]. pEGFP-AR-V7 and pEGFP-AR
were generously provided by M. Marcelli [34]. pCMV3xFLAG-AR, pCMV-3xFLAG-V7 and pCMV-3xFLAGv567es were made by ligating AR and ARV PCR products
into the EcoRI/XbaI sites of p3xFLAG-CMV-9 (Sigma).
3xFLAG-AR fragments were also inserted into the pCDHEF1-CymR-T2A-Puro vector (System Biosciences).

Cell lines
VCaP, PC-3 and 22Rv1 human prostate carcinoma
cells were obtained from the American Type Culture
Collection. All cell lines underwent verification by shorttandem repeat profiling in 2010 by CellBank Australia.
PC-3 cells were maintained in RPMI-1640 containing 5%
FBS or phenol-red free RPMI containing 5% charcoalstripped serum (DCC-FBS). 22Rv1 cells were maintained
in RPMI-1640 containing 10% FBS or phenol-red free
RPMI containing 10% charcoal-stripped serum (DCCFBS). VCaP cells were maintained in Dulbecco’s Modified
Eagle’s Medium containing 10% FBS, 1% sodium
pyruvate, 1% MEM non–essential amino acids, and 0.1
nM 5α-dihydrotestosterone (DHT; Sigma). LNCaP lines
expressing cumate-inducible 3xFLAG-wtAR, 3xFLAGARv567es and 3xFLAG-AR-V7 lentivirus were made
using the SparQ cumate switch lentivector system
(Systems Biosciences). pCDH-EF1-CymR-T2A-Puro
vectors were packaged into lentiviral particles using
pPACK packaging systems (System Biosciences). To
make stable cell lines, LNCaP cells were infected with 1 x
107 virus particles per 1 x 106 cells then selected with 1 ug/
ml puromycin (Invitrogen) for 10 days. Stably transduced
LNCaP lines were maintained in RPMI-1640 containing
10% FBS.

MATERIALS AND METHODS
Reagents and antibodies
AUY922 and HSP990 were obtained from Novartis
and dissolved in dimethyl sulfoxide (DMSO). 17AAG and MDV3100 were obtained from the National
Cancer Institute and Sellicks Chemicals, respectively,
and dissolved in DMSO. Primary antibodies used for
Western blotting were AR-N20 (1:1000; SC-816, Santa
Cruz Biotechnology Inc), AR-V7 (1:500; AG10008,
Precision Antibody), HSP70 (1:1000; SPA-812, Stressgen
Bioreagents), HSP90α/β (1:1000; SC-7947, Santa Cruz),
GAPDH (1:2000; MAB374, Millipore) and FLAG
(1:2000; M2, Sigma). A tubulin antibody (1:2500; 05-829,
Millipore) antibody was used for immunofluorescence.
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Luciferase transactivation assays
AR transactivation assays were performed
essentially as described [32]. Briefly, AR-negative PC-3
prostate cancer cells were seeded in 96-well plates (1.5
x 104 cells/well) and then transfected with 100 ng of
pGL4.14-probasin-ARR3-tk-luciferase reporter plasmid and
1.5 ng of the appropriate AR expression construct using
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Cell growth assays

Lipofectamine 2000 (Invitrogen). Plasmid quantities were
chosen to ensure receptor activity was within the linear
range. After 4 h, treatment media containing HSP90
inhibitor (0-1000 nM) and 1 nM DHT (Sigma) was added
to the cells. Cells were lysed 24 h later with Passive Lysis
Buffer (Promega) and frozen overnight at -80ºC. Lysates
were assayed for luciferase activity using the Luciferase
Assay System (Promega) and a plate reading luminometer
(TopCount; Packard). Subsequently, protein from six
replicate wells was pooled, centrifuged at 10,000g for 10
min at 4ºC, and equal volumes of the supernatants were
analyzed by SDS-PAGE and Western blotting.

Trypan blue exclusion counts were performed on
22Rv1 and VCaP cells treated with AUY922. Growth
assays were stopped when DMSO-treated cells reached
the stationary phase of growth. For LNCaP lines with
inducible AR and ARV expression, cells were seeded out
at 2 x 104 cells/well in 24-well plates. The next day, day
zero counts were taken and cells were treated with 0.3 ug/
ml cumate to induce AR and ARV expression. One day
later, cells were treated as appropriate with AUY922 or
DMSO (control). Cells were counted after a further 72
hours using trypan blue exclusion assays.

Visualization of GFP-tagged proteins

Ex vivo culture of human prostate tumors

PC-3 cells were seeded at a density of 3.0 x 104
cells/well in 8-well Lab-Tek chamber slides (Nunc) and
left overnight to adhere. The cells were then transfected
with plasmids expressing GFP-tagged AR, AR-V7 and
ARv567es using Lipofectamine 2000. After 24 h the
cells were treated with AUY922 or DMSO (vehicle
control) for 1 h in the absence or presence of 1nM DHT
or ethanol (vehicle control). The cells were then fixed
using 4% paraformaldehyde, washed with PBS and
incubated overnight at 4ºC with an antibody specific for
tubulin. Alexa-Fluor 594 donkey anti-mouse IgG (Life
Technologies) was used to visualize tubulin staining.
ProLong Gold Antifade Reagent with DAPI (Life
Technologies) was used as mounting media and to detect
cell nuclei. Cells were viewed using an Olympus IX71
fluorescent microscope and images were obtained with
an Olympus DP70 cooled digital color camera at 20x
magnification.

Fresh prostate cancer specimens were obtained with
written informed consent through the Australian Prostate
Cancer BioResource from men undergoing robotic radical
prostatectomy at the Royal Adelaide Hospital. Tissues
were dissected and cultured as described previously [26]
in medium containing DMSO or 500 nM AUY922. After
48 h of culture, tissues were snap frozen and stored at
-80oC.

RNA extraction and quantitative real-time RTPCR
For cell line experiments, VCaP cells were
seeded at a density of 4 x 105 cells/well in 12 well
plates and treated for 24 h with AUY922 (40 or 160
nM) or DMSO. RNA was extracted using Trizol using
standard techniques. For prostate tumors, samples were
homogenized using a Precellys tissue homogenizer
(Bertin Technologies) or mortar and pestle and RNA
was extracted using Trizol. 200 ng of RNA was reverse
transcribed and analyzed by SYBR green qRT-PCR as
described previously [36]. Primers for full-length AR
(forward: CCTGGCTTCCGCAACTTACAC; reverse:
GGACTTGTGCATGCGGTACTCA) amplify a region
spanning exons 5 and 6, which is not found in C-terminally
truncated AR variants. Primers for AR-V7 have been
described previously [16]. Taqman qRT-PCR was used to
quantify ARv567es using the following primers and probe
(forward: CCTTGCTCTCTAGCCTCAATGAA; reverse:
CTTGATTAGCAGGTCAAAAGTGAACT;
probe:
6FAM-CCTTGCCTGATTGCGAGA-MGB-NFQ).

Co-immunoprecipitation
AR:HSP90 complexes were isolated by
immunoprecipitation as described previously [35].
Briefly, androgen-starved PC-3 cells were transfected
with constructs expressing FLAG-tagged wild-type AR or
ARVs using Lipofectamine 2000 (Invitrogen) for 4 h. The
cells were treated 24 h later with vehicle (0.1% ethanol)
or 1 nM DHT (Sigma) for 1 h in 5% DCC-FBS phenol-red
free RPMI, then lysed in 500 μl IP buffer (20 mM Tris HCl
(pH 7.5), 50 mM NaCl, 20 mM Na2MoO4, 0.5% NP-40
Alternative, 1 mM EDTA, 1 mM EGTA (pH 8.0), 2 mM
DTT and protease inhibitors). The lysates were sonicated
twice at low power for 15 sec each (Bioruptor; Diagenode)
and cleared by centrifugation (10 min, 16,000g at 4ºC).
Samples were immunoprecipitated for 2 h with rotation
at 4°C using anti-FLAG M2 agarose beads (Sigma) and
then washed three times with IP buffer. Protein was eluted
by boiling in SDS-PAGE loading buffer for 5 min and
analyzed by SDS-PAGE and Western blotting.
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Statistical analysis.
Changes in the expression level of AR and AR-V7
in VCaP cells treated with AUY922 were assessed using
one-way ANOVA with Tukey’s post hoc test. Changes in
the expression level of AR and ARVs in tumor explants
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treated with AUY922 were assessed using a one-sample
t test (where the control treatment, DMSO, was set to the
hypothetical mean of 1). All statistical analyses were done
using GraphPad Prism Software.

4.

ACKNOWLEDGEMENTS

Taylor BS, Schultz N, Hieronymus H, Gopalan A, Xiao
Y, Carver BS, Arora VK, Kaushik P, Cerami E, Reva B,
Antipin Y, Mitsiades N, Landers T, Dolgalev I, Major JE,
Wilson M, et al. Integrative genomic profiling of human
prostate cancer. Cancer Cell. 2010; 18(1):11-22.

5.

Chmelar R, Buchanan G, Need EF, Tilley W and Greenberg
NM. Androgen receptor coregulators and their involvement
in the development and progression of prostate cancer. Int J
Cancer. 2007; 120(4):719-733.

6.

Buchanan G, Greenberg NM, Scher HI, Harris JM, Marshall
VR and Tilley WD. Collocation of androgen receptor
gene mutations in prostate cancer. Clin Cancer Res. 2001;
7(5):1273-1281.

7.

Taplin ME, Rajeshkumar B, Halabi S, Werner CP, Woda
BA, Picus J, Stadler W, Hayes DF, Kantoff PW, Vogelzang
NJ and Small EJ. Androgen receptor mutations in androgenindependent prostate cancer: Cancer and Leukemia Group
B Study 9663. J Clin Oncol. 2003; 21(14):2673-2678.

8.

Tilley WD, Buchanan G, Hickey TE and Bentel JM.
Mutations in the androgen receptor gene are associated
with progression of human prostate cancer to androgen
independence. Clin Cancer Res. 1996; 2(2):277-285.

9.

Veldscholte J, Berrevoets CA, Brinkmann AO, Grootegoed
JA and Mulder E. Anti-androgens and the mutated androgen
receptor of LNCaP cells: differential effects on binding
affinity, heat-shock protein interaction, and transcription
activation. Biochemistry. 1992; 31(8):2393-2399.

The authors thank Natalie Ryan and Swati Irani for
technical assistance and Drs. Li Ni and Bryce Paschal
for providing expert advice regarding detection of
HSP90:AR interactions. We are also grateful to the South
Australian Coordinators of the Australian Prostate Cancer
BioResource, Helen Hughes and Pamela Saunders, who
co-ordinated the recruitment and collection of patient
material, and the study participants, urologists, nurses and
histopathologists.

CONFLICTS OF INTEREST
SOURCES OF FUNDING

AND

No potential conflicts of interest were disclosed
by the authors. This work was supported by Young
Investigator Awards from the Prostate Cancer Foundation
(the Foundation 14 award; L. A. S.) and the Prostate
Cancer Foundation of Australia/Cancer Australia (L.
A. S., YI 0810; M. M. C., YI 0412) and grants from the
Prostate Cancer Foundation of Australia/Cancer Australia
(ID 627229 to L. M. B. and W. D. T.), the Royal Adelaide
Hospital Research Committee (L. M. B. and M. M.
C.), the National Health and Medical Research Council
of Australia (ID 627185 to W. D. T. and L. M. B.), the
Pacific NW Prostate Cancer SPORE (ID P50 CA97186
to S. R. P.) and the Veterans Affairs Research Program
(S. R. P.). The Adelaide Prostate Cancer Research Centre
is supported by an establishment grant from the Prostate
Cancer Foundation of Australia (ID 2011/0452). The
Australian Prostate Cancer BioResource is supported
by the National Health and Medical Research Council
of Australia (enabling grants 290456 and 614296) and
Prostate Cancer Foundation of Australia. L. M. B. holds
a senior research fellowship from the Cancer Council of
South Australia.

10. Han G, Buchanan G, Ittmann M, Harris JM, Yu X, Demayo
FJ, Tilley W and Greenberg NM. Mutation of the androgen
receptor causes oncogenic transformation of the prostate.
Proc Natl Acad Sci U S A. 2005; 102(4):1151-1156.
11. Li Y, Alsagabi M, Fan D, Bova GS, Tewfik AH and Dehm
SM. Intragenic rearrangement and altered RNA splicing
of the androgen receptor in a cell-based model of prostate
cancer progression. Cancer Res. 2011; 71(6):2108-2117.
12. Sun S, Sprenger CC, Vessella RL, Haugk K, Soriano K,
Mostaghel EA, Page ST, Coleman IM, Nguyen HM, Sun H,
Nelson PS and Plymate SR. Castration resistance in human
prostate cancer is conferred by a frequently occurring
androgen receptor splice variant. J Clin Invest. 2010;
120(8):2715-2730.
13. Dehm SM and Tindall DJ. Alternatively spliced androgen
receptor variants. Endocr Relat Cancer. 2011; 18(5):R183196.

REFERENCES
1.

Attard G, Cooper CS and de Bono JS. Steroid hormone
receptors in prostate cancer: a hard habit to break? Cancer
Cell. 2009; 16(6):458-462.

2.

Cai C and Balk SP. Intratumoral androgen biosynthesis
in prostate cancer pathogenesis and response to therapy.
Endocr Relat Cancer. 2011; 18(5):R175-182.

3.

14. Dehm SM, Schmidt LJ, Heemers HV, Vessella RL and
Tindall DJ. Splicing of a novel androgen receptor exon
generates a constitutively active androgen receptor that
mediates prostate cancer therapy resistance. Cancer Res.
2008; 68(13):5469-5477.
15. Guo Z, Yang X, Sun F, Jiang R, Linn DE, Chen H, Kong X,
Melamed J, Tepper CG, Kung HJ, Brodie AM, Edwards J
and Qiu Y. A novel androgen receptor splice variant is upregulated during prostate cancer progression and promotes
androgen depletion-resistant growth. Cancer Res. 2009;

Chen CD, Welsbie DS, Tran C, Baek SH, Chen R, Vessella
R, Rosenfeld MG and Sawyers CL. Molecular determinants
of resistance to antiandrogen therapy. Nat Med. 2004;
10(1):33-39.

www.impactjournals.com/oncotarget

702

Oncotarget 2013; 4: 691-704

69(6):2305-2313.

Gleave ME and Zoubeidi A. A novel HSP90 inhibitor
delays castrate-resistant prostate cancer without altering
serum PSA levels and inhibits osteoclastogenesis. Clin
Cancer Res. 2011; 17(8):2301-2313.

16. Hu R, Dunn TA, Wei S, Isharwal S, Veltri RW, Humphreys
E, Han M, Partin AW, Vessella RL, Isaacs WB, Bova GS
and Luo J. Ligand-independent androgen receptor variants
derived from splicing of cryptic exons signify hormonerefractory prostate cancer. Cancer Res. 2009; 69(1):16-22.

28. Eccles SA, Massey A, Raynaud FI, Sharp SY, Box G,
Valenti M, Patterson L, de Haven Brandon A, Gowan
S, Boxall F, Aherne W, Rowlands M, Hayes A, Martins
V, Urban F, Boxall K, et al. NVP-AUY922: a novel heat
shock protein 90 inhibitor active against xenograft tumor
growth, angiogenesis, and metastasis. Cancer Res. 2008;
68(8):2850-2860.

17. Hornberg E, Ylitalo EB, Crnalic S, Antti H, Stattin P,
Widmark A, Bergh A and Wikstrom P. Expression of
androgen receptor splice variants in prostate cancer bone
metastases is associated with castration-resistance and short
survival. PLoS One. 2011; 6(4):e19059.

29. O’Malley KJ, Langmann G, Ai J, Ramos-Garcia R,
Vessella RL and Wang Z. Hsp90 inhibitor 17-AAG inhibits
progression of LuCaP35 xenograft prostate tumors to
castration resistance. Prostate. 2012; 72(10):1117-1123.

18. Watson PA, Chen YF, Balbas MD, Wongvipat J, Socci
ND, Viale A, Kim K and Sawyers CL. Constitutively active
androgen receptor splice variants expressed in castrationresistant prostate cancer require full-length androgen
receptor. Proc Natl Acad Sci U S A. 2010; 107(39):1675916765.

30. Glaze ER, Lambert AL, Smith AC, Page JG, Johnson
WD, McCormick DL, Brown AP, Levine BS, Covey
JM, Egorin MJ, Eiseman JL, Holleran JL, Sausville
EA and Tomaszewski JE. Preclinical toxicity of a
geldanamycin analog, 17-(dimethylaminoethylamino)-17demethoxygeldanamycin (17-DMAG), in rats and dogs:
potential clinical relevance. Cancer Chemother Pharmacol.
2005; 56(6):637-647.

19. Hu R, Lu C, Mostaghel EA, Yegnasubramanian S, Gurel
M, Tannahill C, Edwards J, Isaacs WB, Nelson PS, Bluemn
E, Plymate SR and Luo J. Distinct transcriptional programs
mediated by the ligand-dependent full-length androgen
receptor and its splice variants in castration-resistant
prostate cancer. Cancer Res. 2012; 72(14):3457-3462.

31. Iyer G, Morris MJ, Rathkopf D, Slovin SF, Steers M, Larson
SM, Schwartz LH, Curley T, DeLaCruz A, Ye Q, Heller
G, Egorin MJ, Ivy SP, Rosen N, Scher HI and Solit DB.
A phase I trial of docetaxel and pulse-dose 17-allylamino17-demethoxygeldanamycin in adult patients with solid
tumors. Cancer Chemother Pharmacol. 2012; 69(4):10891097.

20. de Bono JS, Logothetis CJ, Molina A, Fizazi K, North
S, Chu L, Chi KN, Jones RJ, Goodman OB, Jr., Saad
F, Staffurth JN, Mainwaring P, Harland S, Flaig TW,
Hutson TE, Cheng T, et al. Abiraterone and increased
survival in metastatic prostate cancer. N Engl J Med. 2010;
364(21):1995-2005.
21. Scher HI, Fizazi K, Saad F, Taplin ME, Sternberg CN,
Miller K, de Wit R, Mulders P, Chi KN, Shore ND,
Armstrong AJ, Flaig TW, Flechon A, Mainwaring P,
Fleming M, Hainsworth JD, et al. Increased survival with
enzalutamide in prostate cancer after chemotherapy. N Engl
J Med. 2012; 367(13):1187-1197.

32. Vanaja DK, Mitchell SH, Toft DO and Young CY. Effect of
geldanamycin on androgen receptor function and stability.
Cell Stress Chaperones. 2002; 7(1):55-64.
33. Ni L, Yang CS, Gioeli D, Frierson H, Toft DO and Paschal
BM. FKBP51 promotes assembly of the Hsp90 chaperone
complex and regulates androgen receptor signaling in
prostate cancer cells. Mol Cell Biol. 2010; 30(5):12431253.

22. Smith DF and Toft DO. Minireview: the intersection of
steroid receptors with molecular chaperones: observations
and questions. Mol Endocrinol. 2008; 22(10):2229-2240.

34. Solit DB, Zheng FF, Drobnjak M, Munster PN, Higgins
B, Verbel D, Heller G, Tong W, Cordon-Cardo C,
Agus DB, Scher HI and Rosen N. 17-Allylamino-17demethoxygeldanamycin induces the degradation of
androgen receptor and HER-2/neu and inhibits the growth
of prostate cancer xenografts. Clin Cancer Res. 2002;
8(5):986-993.

23. Trepel J, Mollapour M, Giaccone G and Neckers L.
Targeting the dynamic HSP90 complex in cancer. Nat Rev
Cancer. 2010; 10(8):537-549.
24. Whitesell L and Lindquist SL. HSP90 and the chaperoning
of cancer. Nat Rev Cancer. 2005; 5(10):761-772.
25. Cardillo MR and Ippoliti F. IL-6, IL-10 and HSP-90
expression in tissue microarrays from human prostate
cancer assessed by computer-assisted image analysis.
Anticancer Res. 2006; 26(5A):3409-3416.

35. Graham B, Curry J, Smyth T, Fazal L, Feltell R, Harada
I, Coyle J, Williams B, Reule M, Angove H, Cross DM,
Lyons J, Wallis NG and Thompson NT. The heat shock
protein 90 inhibitor, AT13387, displays a long duration of
action in vitro and in vivo in non-small cell lung cancer.
Cancer Sci. 2012; 103(3):522-527.

26. Centenera MM, Gillis JL, Hanson AR, Jindal S, Taylor RA,
Risbridger GP, Sutherland PD, Scher HI, Raj GV, Knudsen
KE, Yeadon T, Tilley WD and Butler LM. Evidence for
efficacy of new Hsp90 inhibitors revealed by ex vivo
culture of human prostate tumors. Clin Cancer Res. 2012;
18(13):3562-3570.

36. Li Y, Chan SC, Brand LJ, Hwang TH, Silverstein KA
and Dehm SM. Androgen receptor splice variants mediate
enzalutamide resistance in castration-resistant prostate
cancer cell lines. Cancer Res. 2012.

27. Lamoureux F, Thomas C, Yin MJ, Kuruma H, Fazli L,
www.impactjournals.com/oncotarget

703

Oncotarget 2013; 4: 691-704

37. He S, Zhang C, Shafi AA, Sequeira M, Acquaviva J,
Friedland JC, Sang J, Smith DL, Weigel NL, Wada Y and
Proia DA. Potent activity of the Hsp90 inhibitor ganetespib
in prostate cancer cells irrespective of androgen receptor
status or variant receptor expression. Int J Oncol. 2012;
42(1):35-43.

demethylase 1. Cancer Cell. 2011; 20(4):457-471.
48. Suzuki Y, Minami M, Suzuki M, Abe K, Zenno S,
Tsujimoto M, Matsumoto K and Minami Y. The Hsp90
inhibitor geldanamycin abrogates colocalization of eIF4E
and eIF4E-transporter into stress granules and association
of eIF4E with eIF4G. J Biol Chem. 2009; 284(51):3559735604.

38. Chan SC, Li Y and Dehm SM. Androgen receptor splice
variants activate androgen receptor target genes and
support aberrant prostate cancer cell growth independent
of canonical androgen receptor nuclear localization signal.
J Biol Chem. 2012; 287(23):19736-19749.
39. Saporita AJ, Ai J and Wang Z. The Hsp90 inhibitor, 17AAG, prevents the ligand-independent nuclear localization
of androgen receptor in refractory prostate cancer cells.
Prostate. 2007; 67(5):509-520.
40. Marivoet S, Van Dijck P, Verhoeven G and Heyns W.
Interaction of the 90-kDa heat shock protein with native
and in vitro translated androgen receptor and receptor
fragments. Mol Cell Endocrinol. 1992; 88(1-3):165-174.
41. Xu M, Dittmar KD, Giannoukos G, Pratt WB and Simons
SS, Jr. Binding of hsp90 to the glucocorticoid receptor
requires a specific 7-amino acid sequence at the amino
terminus of the hormone-binding domain. J Biol Chem.
1998; 273(22):13918-13924.
42. Buchanan G, Yang M, Harris JM, Nahm HS, Han G, Moore
N, Bentel JM, Matusik RJ, Horsfall DJ, Marshall VR,
Greenberg NM and Tilley WD. Mutations at the boundary
of the hinge and ligand binding domain of the androgen
receptor confer increased transactivation function. Mol
Endocrinol. 2001; 15(1):46-56.
43. Reebye V, Querol Cano L, Lavery DN, Brooke GN,
Powell SM, Chotai D, Walker MM, Whitaker HC,
Wait R, Hurst HC and Bevan CL. Role of the HSP90associated cochaperone p23 in enhancing activity of the
androgen receptor and significance for prostate cancer. Mol
Endocrinol. 2012; 26(10):1694-1706.
44. Zoubeidi A, Zardan A, Beraldi E, Fazli L, Sowery R,
Rennie P, Nelson C and Gleave M. Cooperative interactions
between androgen receptor (AR) and heat-shock protein 27
facilitate AR transcriptional activity. Cancer Res. 2007;
67(21):10455-10465.
45. Mediwala SN, Sun H, Szafran AT, Hartig SM, Sonpavde
G, Hayes TG, Thiagarajan P, Mancini MA and Marcelli
M. The activity of the androgen receptor variant AR-V7
is regulated by FOXO1 in a PTEN-PI3K-AKT-dependent
way. Prostate. 2012.
46. Basso AD, Solit DB, Chiosis G, Giri B, Tsichlis P and
Rosen N. Akt forms an intracellular complex with heat
shock protein 90 (Hsp90) and Cdc37 and is destabilized
by inhibitors of Hsp90 function. J Biol Chem. 2002;
277(42):39858-39866.
47. Cai C, He HH, Chen S, Coleman I, Wang H, Fang Z, Nelson
PS, Liu XS, Brown M and Balk SP. Androgen receptor
gene expression in prostate cancer is directly suppressed by
the androgen receptor through recruitment of lysine-specific
www.impactjournals.com/oncotarget

704

Oncotarget 2013; 4: 691-704

