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ABSTRACT
Prostate Cancer (PCa) is the most commonly diagnosed cancer and the third
leading cause of death for men in the United States. Suppression of androgen receptor
(AR) expression is a desirable mechanism to manage PCa. Our studies showed that
AR expression was reduced in LAPC4 and LNCaP PCa cell lines treated with nanomolar
concentrations of the V-ATPase inhibitor concanamycin A (CCA). This treatment
decreased PSA mRNA levels, indicative of reduced AR activity. V-ATPase-dependent
repression of AR expression was linked to defective endo-lysosomal pH regulation
and reduced AR expression at the transcriptional level. CCA treatment increased the
protein level and nuclear localization of the alpha subunit of the transcription factor
HIF-1 (HIF-1α) in PCa cells via decreased hydroxylation and degradation of HIF-1α.
The addition of iron (III) citrate restored HIF-1α hydroxylation and decreased total
HIF-1α levels in PCa cells treated with CCA. Moreover, iron treatment partially rescued
CCA-mediated AR repression. Dimethyloxalylglycine (DMOG), which prevents HIF-1α
degradation independently of V-ATPase, also decreased AR levels, supporting our
hypothesis that HIF-1α serves as a downstream mediator in the V-ATPase-AR axis.
We propose a new V-ATPase-dependent mechanism to inhibit androgen receptor
expression in prostate cancer cells involving defective endosomal trafficking of iron
and the inhibition of HIF-1 α-subunit turnover.

(A3B3CDE3FG3H). The V1 domain hydrolyzes ATP and has
three catalytic sites located at the interface of alternating
subunits A and B. The Vo domain is the proton translocation
domain and consists of six subunits (a, c, c´´, d, e and
Ac45 in mammals). The Vo domain subunits c and c” form
a proteolipid ring structure that rotates when protons are
transferred across the membrane [1, 2, 5]. V-ATPases are
frequently overexpressed in tumors and tumor cell lines
[4, 6, 7], suggesting that proper control of organelle pH is
essential for cellular health. V-ATPase has been reported
to aid in tumor invasion and migration [4, 8–12], drug
resistance to chemotherapy [13–16], and cell death [17–20].
Prostate Cancer (PCa) is the most commonly
diagnosed cancer and the third leading cause of death for

INTRODUCTION
The luminal pH of intracellular compartments is
highly controlled [1–3]. A critical enzyme involved in the
process of pH regulation is the vacuolar (H+) – ATPase
(V-ATPase). V-ATPase is a proton pump located at
intracellular compartments of the endomembrane system
(e.g., endosomes, lysosomes, Golgi-derived vesicles,
clathrin-coated vesicles, secretory vesicles) and the plasma
membrane of eukaryotic cells specialized for active proton
secretion [4, 5]). V-ATPase is a multi-subunit complex
that has 14 different subunits arranged in two functional
domains. V1 is the catalytic domain on the cytosolic
side of the membrane. It is composed of eight subunits
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men in the United States [21]. Normal prostate cells and
early stage PCa cells depend upon androgen activity for
growth and survival [22–24]. Thus, androgen ablation is a
common therapy for PCa, often resulting in the regression
of androgen-dependent tumors. However, tumors
frequently become androgen-independent and typically
recur with increased metastatic ability [22–26]. These
Ablation Resistant Prostate Cancer (ARPC) tumors lower
the relative survival of patients. Suppression of androgen
receptor (AR) expression is a desirable mechanism to
manage PCa.
Hypoxia inducible factor 1 (HIF-1) is a
transcription factor that regulates oxygen homeostasis
[27], angiogenesis [28, 29], glucose metabolism [30],
invasion [29, 31] and cell survival [29]. Hence, its
regulation is important for cancer progression [32]. HIF1 is overexpressed in PCa tumors and can be regulated
by androgen activity [33]. HIF-1 is a heterodimer
with two subunits: HIF-1β, which is constitutively
expressed, and HIF-1α, which is hydroxylated and
targeted for degradation by the von Hippel-Lindau
(VHL) ubiquitin ligase in normoxic conditions [32, 34,
35]. In carcinogenesis, HIF-1 has a dual function: it can
induce the expression of genes that promote both hypoxic
adaptation (e.g., VEGF, GLUT-1, PGK, LDH-A [27–30])
and apoptosis (e.g., NIX, NIP3, p53 [34, 36]).
In this study, we propose a new mechanism to
inhibit AR expression in prostate cancer cells. We show
that AR expression is reduced in PCa cell lines treated
with the V-ATPase inhibitor concanamycin A (CCA). We
demonstrate that this effect is a result of decreased HIF1α hydroxylation and turnover that is linked to V-ATPasedependent defects in the endosomal traffic of iron. This
pathway can be used to modulate AR expression and
eventually lead to the development of novel therapeutic
tools for prostate cancer.

V-ATPase is required for androgen receptor
expression
The prostate-specific antigen (PSA) is a serine
protease that cleaves semenogelins in the seminal
coagulum. PSA is the most commonly used PCa
biomarker. In an earlier study, we reported that treatment
with the V-ATPase inhibitor bafilomycin A (BAF, 10
nM) decreased mRNA levels of PSA in the PCa cell line
LNCaP [12]. We validated those studies by showing that
a second V-ATPase inhibitor, concanamycin A (CCA),
also inhibited PSA mRNA expression in the LAPC4
and LNCaP PCa cell lines. We observed a significant
reduction in PSA mRNA levels (50 - 60%) after a 24 hour
treatment with 10 nM CCA (Figure 1A). We verified that
cell survival was not compromised by this dose of CCA
(Supplementary Figure 1).
PSA gene expression is regulated by the
transcriptional activity of the Androgen Receptor (AR)
[37]. Thus, we next asked whether V-ATPase inhibition
impaired AR function. We first examined AR protein
expression in whole cell lysates of LAPC4 and LNCaP
cells treated with CCA for 24 hours. Immunoblot
analyses using a monoclonal antibody against AR showed
significantly decreased AR protein levels (~90% less in
LNCaP and ~49% less in LAPC4) in cells exposed to
the V-ATPase inhibitor compared to untreated controls
(Figure 1B).
We measured AR mRNA to determine whether the
reduction in AR protein was associated with reduction
in AR mRNA expression. Using qPCR, we showed that
cells exposed to CCA expressed significantly lower
levels of AR mRNA than the untreated cells (~50%
reduction) (Figure 1C). An important difference between

Figure 1: V-ATPase inhibition represses androgen receptor in prostate cancer cell lines. LAPC4 and LNCaP cell lines, which

express Androgen Receptor (AR), were exposed to vehicle control (0.01% DMSO) or 10 nM of the V-ATPase inhibitor Concanamycin
A (CCA) for 24 hours. (A) Prostate Specific Antigen (PSA) mRNA levels were evaluated using quantitative real time PCR (qPCR). Bars
represent the mean PSA mRNA level relative to matched control (n = 3) in LAPC4 (blue) and LNCaP (green) cells. (B) Western blots and
densitometry analysis of LAPC4 and LNCaP whole cell lysates were used to monitor AR protein levels using β-actin as a loading control;
insert shows representative western blot. Bars represent the mean AR protein level relative to matched control (n = 5). (C) AR mRNA levels
were evaluated using qPCR. Bars represent the mean AR mRNA level relative to matched control (n = 3). A-C error bars represent standard
error of the mean, * indicates p < 0.05, ** indicates p < 0.01 compared to control as determined by Student’s t-test.
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the LAPC4 and LNCaP cell lines is that LAPC4 cells
express wild-type AR, while LNCaP cells express a
mutant allele of the AR (T877A). Whereas AR mRNA
expression was comparable in both cell lines treated with
CCA (Figure 1C), our results showed significantly lower
AR protein expression levels in LNCaP cells (Figure
1B), suggesting that the mutant AR was less stable after
CCA exposure. Together, these results indicate that
V-ATPase function is required for AR expression and
link V-ATPase function to the PSA-AR axis in prostate
cancer.

this is the first report that links AR expression with endolysosomal pH homeostasis.

V-ATPase inhibition impairs androgen receptor
gene transcription
In an attempt to explain our noted decrease in AR
expression, we determined whether treatment with CCA
impaires AR mRNA stability and turnover. To accomplish
this, we measured AR mRNA decay rates in LAPC4 and
LNCaP cells treated with 10 nM CCA in the presence
of the transcription inhibitor actinomycin D (5 μg/ml)
[42, 43]. CCA treatment did not enhance the AR mRNA
decay rate (LAPC4: control = -0.01730 ± 0.003565 hours
vs. CCA =-0.01536 ±0.003021 hours; LNCaP: control
= -0.02611 ± 0.004625 hours vs. CCA =-0.01333 ±
0.001572 fours) (Figure 3). Mann-Whitney analysis of
AR mRNA decay rates showed that modest differences
between control and CCA treatment were not statistically
significant (LAPC4: p = 0.8; LNCaP: p = 0.1) (Figure
3B). We concluded that AR mRNA degradation was not
stimulated by CCA treatment, and V-ATPase inhibition
likely impairs transcription of the AR gene.

Androgen receptor expression is dependent upon
endo-lysosomal pH homeostasis
Inhibition of V-ATPase activity disrupts cellular
pH homeostasis [2], because V-ATPase acidifies the
lumen of organelles in the endomembrane system and
affects cytoplasmic and extracellular pH [1, 2]. We used
acridine orange staining to monitor V-ATPase-dependent
pH alterations in acidic organelles. Acridine orange is a
weak base that accumulates in acidic vesicles and emits
fluorescence [38]. As expected, both acute treatment (1
hour, Figure 2A) and chronic treatment (24 hours, Figure
2B) with CCA decreased acridine orange accumulation in
these organelles, suggesting that organelle acidification
is defective upon V-ATPase inhibition in LAPC4 and
LNCaP cells. To quantify the pH in these organelles, we
used the pH-sensitive fluorescent dye, 8-Hydroxypyrene1,3,6-trisulfonic acid (HPTS). HPTS enters the cell
by endocytosis and accumulates in endosomes and
lysosomes [39, 40]. The endo-lysosomal pH of both
LAPC4 and LNCaP cells exposed to 1 hour of CCA
treatment was significantly increased as compared
to the untreated cells (6.55 ± 0.14 to 7.06 ± 0.13 in
LAPC4 cells; 6.61 ± 0.07 to 7.13 ± 0.07 in LNCaP cells)
(Figure 2C).
Chloroquine (ChQ) is a lysosomotropic amine that
accumulates in acidic vesicles and increases the endolysosomal pH [41]. We treated our PCa cell lines with 50
μM ChQ to determine if aberrant pH homeostasis inhibits
AR expression independently of V-ATPase. This dose of
ChQ does not compromise cell survival (Supplementary
Figure 1). Acridine orange staining was comparable in
cells treated with 50 μM of ChQ and those cells treated
with 10 nM CCA (Figure 2A–2B). Compared to control,
the endo-lysosomal pH significantly increased (to 6.79 ±
0.06 in LAPC4 cells and to 7.02 ± 0.06 in LNCaP cells)
after treatment with ChQ (Figure 2C). Notably, addition
of 50 μM ChQ decreased AR mRNA (Figure 2D) and
AR protein levels (Figure 2E). These results indicate
that the reduction in AR expression following V-ATPase
inhibition likely results from aberrant pH homeostasis
rather than a direct effect of V-ATPase itself. These results
also specifically link endo-lysosomal organelle pH to AR
expression in prostate cancer cells. To our knowledge,
www.oncotarget.com

HIF1α protein levels and translocation to the
nucleus increase when V-ATPase is inactive
Transcription of the AR is tightly controlled. One
pathway regulating AR gene expression involves the
α subunit of the Hypoxia Inducible Factor-1 (HIF-1α)
transcription factor [44–47]. Notably, in breast cancer cells
lines, HIF-1α has been reported to repress transcription of
the estrogen hormone receptor, ERα [48], and V-ATPase
inhibition was reported to increase HIF-1α protein levels in
several other cancer cell lines [49, 50]. We therefore asked
whether V-ATPase inhibitors affect HIF-1α expression and
stability in prostate cancer cells and whether HIF-1α may
link V-ATPase and AR.
To determine if CCA treatment alters HIF-1α
expression, we first monitored HIF-1α protein levels.
We analyzed whole cell lysates from LAPC4 and LNCaP
cells treated with 10 nM CCA for 24 hours. Western
blots showed more HIF-1α in cells exposed to CCA than
in untreated control cells (Figure 4A). Notably, HIF-1α
mRNA levels did not significantly change upon treatment
with CCA (Figure 4B). These results suggest that
V-ATPase inhibition enhances HIF-1α protein translation
and/or stability and not HIF-1α transcription.
When active, HIF-1α translocates to the nucleus
to act as a transcription factor [32, 34, 51]. Line profile
analysis of fluorescent intensity shows higher levels (5fold increase in LAPC4 and 10-fold increase in LNCaP)
of HIF-1α nuclear localization in CCA-treated cells as
compared to cells exposed to vehicle control (Figure 4C).
Our results suggest that V-ATPase inhibition induces HIF1α translocation to the nucleus.
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Loss of V-ATPase activity disrupts iron
homeostasis and reduces downstream HIF1α hydroxylation and degradation, leading to
decreased androgen receptor expression

PCa cells with decreased V-ATPase activity. LAPC4 and
LNCaP cells were treated with 10 nM CCA and 500 μM
iron (III) citrate separately or simultaneously for 24 hours,
and whole cell lysates were analyzed via immunoblot
(Figures 5C-5F) and ELISA (Figure 5G). Cells treated
with iron alone mimicked untreated control cells. Cells
treated with CCA alone showed increased levels of HIF1α that correlated with decreased levels of hydroxylated
HIF-1α compared to control (Figures 5C, 5E-5G). Iron
rescued the effects of CCA on total HIF-1α protein and
hydroxylated HIF-1α (Figures 5C, 5E-5G), indicating that
normal HIF-1α turnover requires proper iron homeostasis,
and V-ATPase inhibition disrupts this process. Iron also
partially rescued AR gene expression in CCA-treated
cells (2.3 times higher expression in LAPC4 cells and
2.4 times higher expression in LNCaP cells compared to
CCA-treated cells without iron) (Figure 5D). These results
indicate that HIF-1α acts as a transcriptional repressor of
the AR gene in prostate cancer cell lines with decreased
V-ATPase activity.
Notably, treatment with iron did not significantly
rescue CCA-induced endo-lysosomal pH defects. Both
cells treated with CCA alone and cells treated with
CCA and iron (III) citrate together showed significantly
elevated endo-lysosomal pH when compared to vehicle-

The observation that HIF-1α levels increase in
the presence of CCA could be explained if V-ATPase
inhibition prevents HIF-1α degradation. Under normoxic
conditions, HIF-1α is rapidly turned over by a process
that involves hydroxylation by prolyl hydroxylase, which
targets HIF-1α for degradation by the proteasome [32, 34].
Prolyl hydroxylases require iron as a co-factor [32, 34],
and notably, V-ATPase inhibition decreases endocytosis
of the transferrin receptor (TfR) [11], thus lowering
intracellular iron concentrations [52, 53].
In this study, exposure of PCa cell lines to CCA
increased intracellular TfR signal (Figure 5A, green) and
endo-lysosomal pH (Figure 5B) compared to control. This
suggests that when V-ATPase is inactive, TfR accumulates
in intracellular vesicles and endocytosis of iron is likely
impaired. We hypothesized that these low intracellular iron
concentrations would inactivate prolyl-4-hydroxylase, thus
reducing HIF-1α hydroxylation and increasing HIF-1α
stability and activity. To test our hypothesis, we attempted
to use iron to rescue the HIF-1α-related phenotypes in

Figure 2: Endo-lysosomal alkalinization is sufficient to reduce androgen receptor expression levels. (A-B) LAPC4 (top

panel) and LNCaP (bottom panel) cell lines were plated on glass coverslips, allowed to attach, and then treated with 0.01% DMSO
(control), 10nM concanamycin A (CCA), or 50 μM chloroquine (ChQ) for 1hr (A) or 24h (B). Coverslips were stained with 1 μM acridine
orange (green) for 30 minutes and analyzed using fluorescent confocal microscopy. DAPI (blue) was used as nuclear marker. Scale bar =10
μM. (C) LAPC4 and LNCaP cells were incubated with HPTS and then treated with 0.01% DMSO (control), 10 nM CCA, or 50 μM ChQ
for 1 hour. Mean endosome and lysosome pH is shown ± SE from 5-7 experiments. (D) AR mRNA levels (n=3) and (E) AR protein levels
(n=3) were evaluated following treatment with vehicle control (0.01% DMSO) or 50 μM ChQ for 24 hours as described in Figure 1B-1C.
(C-E) error bars represent standard error of the mean, * indicates p < 0.05, ** indicates p < 0.01, *** indicates p < 0.001, **** indicates p <
0.0001 compared to control as determined by Mann Whitney test (C) or Student’s t-test (D-E).
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treated control (Figure 5B). Thus, iron restores a step
in the V-ATPase-to-AR pathway that is downstream of
V-ATPase-mediated pH alterations.
We also asked whether preventing degradation of
HIF-1α independently of V-ATPase would inhibit AR
expression. Dimethyloxalylglycine (DMOG) is a cell
permeable prolyl-4-hydroxylase inhibitor, which prevents
HIF-1α hydroxylation and its subsequent degradation [54,
55]. We hypothesized that treatment with DMOG would
mimic CCA-induced iron depletion and would thus increase
HIF-1α protein levels and decrease AR expression. Indeed,
after addition of DMOG, expression of AR mRNA (Figure
6A) and AR protein levels (Figure 6B and 6C) were reduced
compared to control, while HIF-1α protein levels increased
(Figure 6B and 6D). These changes were comparable
to those induced upon treatment with CCA, confirming
that the down-regulation of AR transcription seen during
V-ATPase inhibition occurs via reduced hydroxylation and
increased stabilization of HIF-1α.

This study identified a novel downstream effector of
V-ATPase in prostate cancer cells; our results show for the
first time that androgen receptor expression is V-ATPasedependent (Figure 1), and we present a cellular mechanism
that links V-ATPase to AR expression and activity (Figure
7). To summarize, loss of V-ATPase activity causes
alkalinization of endo-lysosomal compartments (Figure
2). This disrupted pH homeostasis negatively affects
TfR endocytic trafficking (Figure 5) [2, 11], leading to
reduced iron uptake [56]. Under low intracellular iron
concentrations, HIF-1α hydroxylation is blocked (Figure
5), thus increasing its stability and function. HIF-1α is
then free to translocate to the nucleus and down-regulate
AR gene expression (Figures 4-6).
The most intrinsic function of V-ATPase is its ability
to acidify intracellular compartments [1, 2]. Indeed, we
demonstrated that during V-ATPase inhibition, it is these

Figure 3: Androgen receptor mRNA degradation is not stimulated by V-ATPase inhibition. LAPC4 and LNCaP cell lines

were exposed to 5μg/ml actinomycin D and 0.01% DMSO (control, black circles) or 10 nM CCA (red diamonds). (A) Samples were
collected at 0.5, 2, 4, 8, 10, 12, 20 and 24 hours and AR mRNA levels were monitored via qRT-PCR. Data are expressed as percent
remaining mRNA at each time point relative to time 0. (B) Decay rates were calculated as the slope of the lines shown in Figure 3. A-B
error bars represent standard error of the mean (n=3), n.s. indicates not significant (p > 0.05) compared to control as determined by MannWhitney test.
www.oncotarget.com
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general pH alterations that mediate AR repression, rather
than a V-ATPase-specific signaling pathway (Figure 2).
Iron availability is a prime candidate effector pathway
downstream of pH. In support of this hypothesis, TfR
accumulates intracellularly after V-ATPase inhibition
in PCa cells (Figure 5A), and aberrant TfR endocytic
recycling results in iron depletion in several other cell
lines [56, 57]. In the current study, we demonstrated that
treatment with iron partially rescues AR expression in
cells where V-ATPase is inhibited (Figure 5D). However,
iron does not rescue the endo-lysosomal alkalinization
(Figure 2 and 5B) or the defective TfR localization (data
not shown) in CCA-treated cells. Thus, iron restores AR
expression at a step downstream of V-ATPase–mediated
luminal pH and membrane traffic defects. These findings
also suggest that proper iron regulation can compensate in

the face of disrupted pH elsewhere in the cell, clarifying
the critical role that iron availability plays in androgen
receptor function.
Specifically, iron appears to play a role in the HIF1α degradative process (Figures 5C, 5E-5G). HIF-1 is a
heterodimer composed of one regulatory α subunit and
one β subunit [33]. HIF-1β is constitutively expressed,
whereas the expression level of HIF-1α determines the
extent of active HIF-1 (α/β) available to drive expression
of pro-survival and pro-apoptotic genes [32, 51]. HIF1α expression is maintained in part by regulated protein
turnover. Prolyl hydroxylases hydroxylate HIF-1α, which
can then bind the VHL ubiquitin ligase [34, 51], thereby
targeting HIF-1α for degradation in the proteasome [51].
The HIF-1α hydroxylation reaction requires
oxygen as a co-factor [34]. Therefore, under normoxic

Figure 4: V-ATPase inhibition increases HIF1α protein levels and nuclear localization in prostate cancer cell lines.

LAPC4 and LNCaP cell lines were exposed to vehicle control (0.01% DMSO) or 10 nM CCA for 24 hours. (A) Western blots of whole
cell lysates were used to monitor HIF-1α protein levels using β-actin as a loading control; image shows representative western blot (n ≥3).
(B) HIF1α mRNA levels were evaluated using qPCR. Bars represent the mean HIF1α mRNA level relative to matched control (n = 4). (C)
LAPC4 (top panel) and LNCaP (bottom panel) cell lines were plated on glass coverslips, allowed to attach, and then treated with 0.01%
DMSO (control) or 10nM concanamycin A (CCA) for 24h. Coverslips were immunostained with an antibody against HIF-1α, labeled with
AlexaFluor secondary antibody (red), and analyzed using fluorescent confocal microscopy. DAPI (gray) was used as nuclear marker. Colocalization was analyzed using confocal microscopy determining a line profile of fluorescence intensity. Arrow shows line profile x-axis.
Scale bar =10 μM. Graphs show the mean fluorescence intensity of HIF-1α in the nucleus (n=10). (B-C) error bars represent standard error
of the mean, n.s. indicates not significant (p > 0.05), **** indicates p < 0.0001 compared to control as determined by Student’s t-test (B) and
Mann Whitney test (C).
www.oncotarget.com
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Figure 5: Iron (III) citrate treatment partially restores HIF-1α hydroxylation and androgen receptor expression in the
face of V-ATPase inhibition. (A) LAPC4 (top panel) and LNCaP (bottom panel) cell lines were plated on glass coverslips, allowed to

attach, and then treated with 0.01% DMSO (control) or 10nM concanamycin A (CCA) for 24h. Coverslips were immunostained with an
antibody against TfR, labeled with AlexaFluor secondary antibody (green), and analyzed using fluorescent confocal microscopy. DAPI
(blue) was used as nuclear marker. Scale bar =10 μM. (B) LAPC4 and LNCaP cells were incubated with HPTS and then exposed to
vehicle control (0.01% DMSO), 10 nM CCA, 500 μM Iron(III) citrate (Fe), or CCA and Fe together for 1 hour. Bars represent the mean
endosome and lysosome pH (n=3-5). (C) LAPC4 and LNCaP cells were treated with conditions described in Figure 5B above for 24 hours.
Western blots of whole cell lysates were used to monitor AR, HIF-1α, and hydroxylated HIF-1α (OH-HIF1α) protein levels using β-actin
as a loading control; image shows representative western blot. (D) Densitometry analysis of AR western blots. Bars represent the mean
AR protein level relative to matched control (n = 3-5). (E) Densitometry analysis of HIF-1α western blots. Bars represent the mean HIF1α protein level relative to matched control (n = 3). (F) Densitometry analysis of hydroxylated HIF-1α (OH-HIF1α) western blots. Bars
represent the mean HIF-1α protein level relative to matched control (n = 3-4). (G) ELISA quantification of HIF-1α in whole cell lysates.
Bars represents mean ng HIF-1α normalized to control (n = 3-4). B; D-G error bars represent standard error of the mean, n.s. indicates not
significant (p ≥ 0.05), * indicates p < 0.05, ** indicates p < 0.01, *** indicates p < 0.001, **** indicates p < 0.0001 compared to control as
determined by Mann-Whitney test (B) and Student’s t-test (D-G).
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conditions, prolyl hydroxylases are active and HIF1α is degraded rapidly (Figure 7A) [32]. In contrast,
during hypoxia, HIF-1α cannot be hydroxylated and its
degradation is blocked. Notably, iron also serves as cofactor for prolyl hydroxylase [34], and CCA-treated PCa
cells under normoxic conditions display decreased HIF1α hydroxylation and turnover (Figure 5C, and 5F) and
increased HIF-1α translocation to the nucleus (Figure 4C);
these effects are reversible following iron repletion (Figure
5C and 5F). Thus, V-ATPase inhibition mimics chronic
hypoxia, because the resulting lack of intracellular iron
constitutively increases HIF-1α, despite adequate cellular
oxygen levels (Figure 7B).
Treatment of PCa cells with the prolyl hydroxylase
inhibitor DMOG mimics the effect of V-ATPase
inhibition, increasing HIF-1α levels (Figure 6B and 6D)

and decreasing AR expression at both the mRNA (Figure
6A) and protein level (Figure 6B and 6C). These findings
demonstrate the importance of HIF-1α as the molecular
effector linking V-ATPase activity and androgen receptor
expression in prostate cancer cells. In previous studies,
V-ATPase inhibitors were shown to increase HIF-1α
levels in a different PCa cell line, PC-3, as well as in other
cancers [49, 50, 57]. Thus, this V-ATPase-HIF-1α pathway
is not specific to prostate cancer. Rather, it is likely a
general mechanism that can be exploited to manipulate
HIF-1α levels. However, our studies are the first to link
the V-ATPase-HIF-1α axis specifically to AR levels in
prostate cancer.
Crosstalk of AR and HIF-1α in PCa has been
previously reported [44–47]. However, to our knowledge,
HIF-1α inhibition of AR gene expression has not been

Figure 6: Stabilizing HIF1α independently of V-ATPase inhibition is sufficient to decrease androgen receptor
expression. LAPC4 cell lines were exposed to vehicle control (0.01% DMSO), 10 nM CCA, 2mM DMOG, or 5mM DMOG for 24-48
hours. (A) AR mRNA levels were evaluated using qPCR after 48 hours. Bars represent the mean AR mRNA level relative to matched
control (n = 3). (B) Western blots of whole cell lysates were used to monitor AR and HIF-1α protein levels using β-actin as a loading
control; image shows representative western blot. (C) Densitometry analysis of AR western blots. Bars represent the mean AR protein
level relative to matched control (n = 3). (D) Densitometry analysis of HIF-1α western blots. Bars represent the mean HIF-1α protein level
relative to matched control (n = 3). Error bars represent standard error of the mean, * indicates p < 0.05, ** indicates p < 0.01, *** indicates p
< 0.001, **** indicates p < 0.0001 compared to control as determined by Student’s t-test.
www.oncotarget.com
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reported in the past, although HIF-1α has been shown
to repress transcription of the carbamoyl phosphate
synthetase-aspartate carbamoyltransferase-dihydroorotase
gene in normal cells [58] and the estrogen receptor alpha
gene in breast cancer cells [48]. The exact mechanism
by which HIF-1α acts as a transcriptional repressor is
unknown. It is possible that HIF-1α directly binds to the
AR gene, thus inhibiting its expression. Alternatively, a
molecule activated by HIF-1α (e.g. p53) may indirectly
represses the AR [59, 60]. Further studies are required to
dissect the exact nature of this mechanism.
Unexpectedly, co-incubation of CCA and iron
significantly reduces HIF-1α protein levels to below
even the untreated control (Figure 5E and 5G). An
explanation for this phenomenon will require future
study, but one intriguing possibility involves the interplay
between androgen signaling and HIF-1α. Under normal
conditions, when V-ATPase is functional and AR is
present, baseline levels of HIF-1α protein expression
are maintained in part by androgen signaling through
the phosphatidylinositol 3'-kinase (PI3K) signaling
pathway [61]. Perhaps this AR-androgen-PI3K-HIF1α axis is not functional during CCA+Fe treatment,
despite the recovery of AR expression (Figure 5C and
5D), because the signaling pathway requires functional
V-ATPase and/or proper endo-lysosomal acidification.
Since these processes fall upstream of iron rescue, they

remain abnormal in CCA+Fe treated cells (Figure 5B),
thus leading to reduced androgen-to-HIF-1α signaling and
a drop in HIF-1α below the baseline levels preserved in
control cells. This hypothesis is especially intriguing given
the known interaction between PI3K and V-ATPase in
mammalian cells, although thus far, the interaction appears
unidirectional, with PI3K signaling modulating V-ATPase
assembly and activity [62–64].
The V-ATPase-dependent decreases in AR
expression outlined here are pertinent to both wild-type
and mutant AR PCa cell lines and tumors. LAPC4 cells
have a wild-type allele of the AR [65], whereas LNCaP
cells have a T877A mutation in the ligand-binding domain
of the AR [66]. This mutation has been reported in patients
who have been treated with androgen ablation therapies
[67], and the mutation prevents inhibition of AR activity,
conferring resistance to anti-androgen treatments [22, 66].
Notably, in our studies, inhibition of V-ATPase effectively
blocks expression of the AR-T887A allele in LNCaP
cells (Figures 1, 2, 5). V-ATPase inhibitors may thus lead
to new treatments relevant for patients that have PCa
tumors containing mutant versions of AR, as V-ATPase
inhibition represses AR activity at the transcriptional
level, overriding any treatment resistance due to protein
mutations.
Our studies with CCA support previous studies using
a second V-ATPase inhibitor, bafilomycin (BAA). In those

Figure 7: Model for V-ATPase inhibition-induced androgen receptor repression. (A) (1) In control cells, testosterone (T)

activates the androgen receptor (AR). This binding induces AR phosphorylation and dimerization. (2) AR dimers can bind to androgenresponse elements (ARE) in the promoter regions of target genes, leading to cell growth, cell proliferation, and expression of PSA. (3)
V-ATPase (pink and gray) generates and sustains the pH gradient required for proper receptor-mediated endocytosis. Transferrin Receptor
(TfR) uses endocytosis to take iron (Fe) into the cell. (4) Iron is used as a co-factor in the hydroxylation of HIF-1α (HIF-1α-OH), which
is then targeted for degradation. (B) (1) Concanamycin (CCA) treatment inhibits V-ATPase, leading to TfR-vesicle accumulation, which
decreases intracellular iron. (2) Without iron, HIF-1α cannot be hydroxylated and is not degraded. HIF-1α can bind HIF-1β. (3) HIF-1α/β
binds to HIF-1 response elements in the AR gene promoter, thereby decreasing AR expression. (4) Decreasing AR levels slows down steps
(A1) and (A2), leading to less cell proliferation and less expression of PSA.
www.oncotarget.com
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Table 1: Primers used in qRT-PCR
Protein

Forward Primer 5′- 3′

Reverse Primer, 5′- 3′

GUSB

CTCATTTGGAATTTTGCCGATT

CCGAGTGAAGATCCCCTTTTTA

AR

ATGGGACCTGAGCTGTTGGAA

GTTCCAATGCAGGAAACTGCC

PSA

AGCCCCAAGCTTACCACCTG

TCAGGGGTTGGCCACGATGG

Western blotting

studies, treatment of PCa cells with BAA reduced PSA
secretion [12], suggesting that AR transcriptional activity
was inhibited. Both CCA and BAA are precomacolide
antibiotics and share the same mechanism of action: these
V-ATPase inhibitors bind to the Vo domain at the interface
between the Voa and Voc subunits of V-ATPase [68], thereby
inhibiting the ATP-driven rotation that is necessary for
proton translocation across membranes. While this class
of V-ATPase inhibitors shows promise in repressing AR
expression in PCa cells, CCA and BAA target all V-ATPases
indiscriminately of cell type, tissue, or organ [68], leading
to detrimental side effects in the patient. Therefore, the
development of a new generation of V-ATPase inhibitors
directed specifically toward tumor tissue is critical for
improving prostate cancer patient outcomes.

Whole cell lysates (WCL) were prepared using
RIPA buffer (25 mM Tris, 8 mM MgCl2, 1 mM DTT, 15%
glycerol, 1% Triton X-100, and protease inhibitor cocktail
(SIGMA)). Protein concentrations were determined using
bicinchoninic acid assay (BCA) assay (Pierce) against a
BSA standard curve. For each Western sample, 50- 100
μg total protein of WCL were diluted in 4X Laemmli
Buffer and loaded on 8% polyacrylamide gels. Primary
antibodies against AR (Santa Cruz Biotechnology), HIF1α (Abcam and Proteintech (not shown)), hydroxyprolineHIF-1α (Millipore), and β-actin (SIGMA) were diluted in
5% milk in TBS-T at 1:1000 concentration. Immunoblots
were imaged using the ChemiDocTM XRS workstation
(BioRad). Densitometry quantification of western blot
bands was performed using ImageJ software.

MATERIALS AND METHODS

pH measurements

Cell lines and conditions

Acridine orange

LAPC4 cells (kind gift from Christopher M. Heaphy,
PhD) were grown in ISCOVE’s Modified Dulbecco’s
Medium containing 10% FBS and 1 nM R1881. LNCaP
cells (purchased from ATCC) were cultured in RPMI-1640
media supplemented with 10% fetal bovine serum (FBS).
Cells were authenticated using short tandem repeat profiling
and were free of mycoplasma contamination. Cells were
maintained at 37°C and 5% CO2 in a humidified atmosphere.
Cells were exposed to vehicle (0.01% DMSO, SIGMA),
concanamycin A (10 nM, Enzo Scientific), chloroquine
(50 μM, Sigma), iron (III) citrate (500μM, Sigma), and/or
dimethyloxalylglycine (2-5mM, Cayman Chemicals) for
24 hours unless otherwise indicated. Cell viability under
certain treatments was assessed with Tetrazolium MTT
(3-(4, 5-dimethylthiazolyl-2)-2, 5-diphenyltetrazolium
bromide) Assays (ATCC) where indicated. All experiments
were performed with cells less than 50 passage and with at
least three biologically independent experiments.

To qualitatively assess changes in pH of acidic
vesicles, cells were incubated with acridine orange
(SIGMA, 1 μM) for 30 minutes at 37°C, then incubated
with 4′,6-Diamidino-2-phenylindole dihydrochloride
(DAPI) (1 μg/ml; SIGMA) for 5 minutes. Cells were fixed
on glass slides with 4% paraformaldehyde. Slides were
imaged in Zeiss LSM 800 Airyscan Confocal microscope.
Endosome/Lysosome pH measurements
To quantitatively assess pH in endo-lysosomes,
cells were incubated with 1 mM 8-Hydroxypyrene1,3,6-trisulfonic acid (HPTS) (Life Technologies) for
~16 hours, then incubated with the drug of interest for 1
hour. Fluorescence was measured using a FluoroMax 4
spectrofluorometer (Horiba Jobin Yvon) with an excitation
ratio of 458/405 nm at a fixed emission of 515 nm. The
HPTS fluorescence excitation 458/405 ratio was converted
to pH values by comparison to standard curves generated
using known pH buffers (i.e., pH 5 to pH 7.4) analyzed
by non-linear regression (i.e. exponential growth equation)
(Supplementary Figure 2) [11, 39, 40].

Quantitative real-time PCR (qPCR)
RNA was isolated using the Roche High Pure
RNA isolation kit and reverse transcribed with the
RETROscript® cDNA kit. qRT-PCR was performed with
SYBR Green I Mastermix on a Roche LightCycler 480
II. Analysis was performed using Δ/ΔCt method and
expression of β-glucuronidase (GUSB) was used as an
internal standard. Primer sequences are listed in Table 1.
www.oncotarget.com

Immunocytochemistry
Cells were cultured on glass coverslips and were
allowed to attach for 24 hours prior to the initiation of
treatment. Cells were fixed with 4% paraformaldehyde
28930
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following permeabilization with 0.02% TritonX-100. Cells
were blocked with 5% goat serum (GS). Incubation with
primary antibodies against HIF-1α (Abcam) and Transferrin
Receptor (Invitrogen) was performed at 1:100 dilution
in 5% GS for 1 hour. Cells were washed with phosphate
buffer saline (PBS) and incubated for 30 minutes with
the secondary fluorescent antibodies (AF488 and AF546,
Invitrogen; 1:500 in 5% GS), then incubated with DAPI (1
μg/ml; SIGMA) for 5 minutes. Cells were washed with PBS
and mounted onto microscope slides in mounting media.
Slides were imaged in Zeiss LSM 800 Airyscan Confocal
microscope. Co-localization was analyzed using confocal
microscopy determining a line profile of fluorescence
intensity. The average fluorescence intensity of several
line profiles was obtained to analyze differences in HIF-1α
nuclear localization in control versus CCA-treated cells. All
steps were performed at room temperature.

Grant R01GM086495 (to K. J. P.) and by an Institutional
Development Award (IDeA) from the National Institute
of General Medical Sciences of the National Institutes of
Health under grant number P20GM103451 (to K.J.P. and
C.A.F.).

REFERENCES
1. Forgac M. Vacuolar ATPases: rotary proton pumps in
physiology and pathophysiology. Nat Rev Mol Cell Biol.
2007; 8: 917–29. https://doi.org/10.1038/nrm2272.
2. Fordyce CA, Grimes MM, Licon-Munoz Y, Chan CY,
Parra KJ. Vacuolar ATPase in Physiology and Pathology:
Roles in Neurobiology, Infectious Disease, and Cancer. In:
Chakraborti S, Dhalla NS, editors. Regulation of Ca2+ATPases,V-ATPases and F-ATPases. 2016; 14: 337–69.
https://doi.org/10.1007/978-3-319-24780-9_17.
3. Casey JR, Grinstein S, Orlowski J. Sensors and regulators
of intracellular pH. Nat Rev Mol Cell Biol. 2010; 11:
50–61. https://doi.org/10.1038/nrm2820.

ELISA
Changes in HIF-1α of whole cell lysates were
quantified using an ELISA HIF-1α kit (Thermofisher)
according to the manufacturer's instructions.

4. Hinton A, Sennoune SR, Bond S, Fang M, Reuveni M,
Sahagian GG, Jay D, Martinez-Zaguilan R, Forgac M.
Function of a Subunit Isoforms of the V-ATPase in pH
Homeostasis and in vitro Invasion of MDA-MB231 Human
Breast Cancer Cells. J Biol Chem. 2009; 284: 16400–8.
https://doi.org/10.1074/jbc.M901201200.

Statistical analysis
Non-paired Student’s t-tests or Mann-Whitney
tests were performed to determine statistical significance
between control and experimental groups. Statistical
analysis was performed using GraphPad Prism 5 software.

5. Toei M, Saum R, Forgac M. Regulation and isoform
function of the V-ATPases. Biochemistry. 2010; 49: 4715–
23. https://doi.org/10.1021/bi100397s.
6. Ohta T, Numata M, Yagishita H, Futagami F, Tsukioka
Y, Kitagawa H, Kayahara M, Nagakawa T, Miyazaki
I, Yamamoto M, Iseki S, Ohkuma S. Expression of 16
kDa proteolipid of vacuolar-type H(+)-ATPase in human
pancreatic cancer. Br J Cancer. 1996; 73: 1511–7.

Author contributions
Conceptualization: K.J.P., Y.L.-M, C.A.F.;
Methodology: Y.L.-M., C.A.F.; Validation: Y.L.-M.,
C.A.F.; Formal analysis: Y.L.-M., K.J.P.; Investigation:
Y.L.-M.; Resources: K.J.P.; Writing - original draft:
Y.L.-M.; Writing - review & editing: Y.L.-M, S.R.H.,
K.J.P.; Supervision: C.A.F., K.J.P.; Project administration:
K.J.P.; Funding acquisition: C.A.F., K.J.P.

7. Nishisho T, Hata K, Nakanishi M, Morita Y, Sun-Wada
GH, Wada Y, Yasui N, Yoneda T. The a3 Isoform Vacuolar
Type H+-ATPase Promotes Distant Metastasis in the Mouse
B16 Melanoma Cells. Mol Cancer Res. 2011; 9: 845–55.
https://doi.org/10.1158/1541-7786.MCR-10-0449.

ACKNOWLEDGMENTS

8. Kubota S, Seyama Y. Overexpression of Vacuolar ATPase
16-kDa Subunit in 10T1/2 Fibroblasts Enhances Invasion
with Concomitant Induction of Matrix Metalloproteinase-2.
Biochem Biophys Res Commun. 2000; 278: 390–4.
https://doi.org/10.1006/bbrc.2000.3802.

Images in this paper were generated in the
University of New Mexico & Cancer Center Fluorescence
Microscopy Shared Resource, funded as detailed on:
http://hsc.unm.edu/crtc/microscopy/acknowledgement.shtml.

9. Sennoune SR, Bakunts K, Martínez GM, Chua-Tuan JL,
Kebir Y, Attaya MN, Martínez-Zaguilán R. Vacuolar
H+-ATPase in human breast cancer cells with distinct
metastatic potential: distribution and functional activity.
Am J Physiol Cell Physiol. 2004; 286: C1443–1452.
https://doi.org/10.1152/ajpcell.00407.2003.

CONFLICTS OF INTEREST
The authors declare no conflicts of interest.

FUNDING

10. Wiedmann RM, von Schwarzenberg K, Palamidessi A,
Schreiner L, Kubisch R, Liebl J, Schempp C, Trauner D,
Vereb G, Zahler S, Wagner E, Müller R, Scita G, et al.
The V-ATPase-Inhibitor Archazolid Abrogates Tumor

Research reported in this publication was supported,
in whole or in part, by National Institutes of Health
www.oncotarget.com

28931

Oncotarget

Metastasis via Inhibition of Endocytic Activation of the
Rho-GTPase Rac1. Cancer Res. 2012; 72: 5976–87.
https://doi.org/10.1158/0008-5472.CAN-12-1772.

21. Attard G, Parker C, Eeles RA, Schröder F, Tomlins SA, Tannock
I, Drake CG, de Bono JS. Prostate cancer. Lancet. 2016; 387:
70–82. https://doi.org/10.1016/S0140-6736(14)61947-4.

11. Licon-Munoz Y, Michel V, Fordyce CA, Parra KJ.
F-actin reorganization by V-ATPase inhibition in
prostate cancer. Biol Open. 2017; 6: 1734–1744.
https://doi.org/10.1242/bio.028837.

22. Feldman BJ, Feldman D. The development of androgenindependent prostate cancer. Nat Rev Cancer. 2001; 1:
34–45. https://doi.org/10.1038/35094009.
23. Zong Y, Goldstein AS. Adaptation or selection—mechanisms
of castration-resistant prostate cancer. Nat Rev Urol. 2013;
10: 90–8. https://doi.org/10.1038/nrurol.2012.237.

12. Michel V, Licon-Munoz Y, Trujillo K, Bisoffi M, Parra KJ.
Inhibitors of Vacuolar ATPase Proton Pumps Inhibit Human
Prostate Cancer Cell Invasion and Prostate-Specific Antigen
Expression and Secretion. Int J Cancer. 2013; 132: E1–10.
https://doi.org/10.1002/ijc.27811.

24. Litwin MS, Tan HJ. The Diagnosis and Treatment of
Prostate Cancer: A Review. JAMA. 2017; 317: 2532–42.
https://doi.org/10.1001/jama.2017.7248.

13. You H, Jin J, Shu H, Yu B, Milito AD, Lozupone F,
Deng Y, Tang N, Yao G, Fais S, Gu J, Qin W. Small
interfering RNA targeting the subunit ATP6L of
proton pump V-ATPase overcomes chemoresistance
of breast cancer cells. Cancer Lett. 2009; 280: 110–9.
https://doi.org/10.1016/j.canlet.2009.02.023.

25. Denmeade SR, Isaacs JT. A history of prostate
cancer treatment. Nat Rev Cancer. 2002; 2: 389–96.
https://doi.org/10.1038/nrc801.
26. Harris WP, Mostaghel EA, Nelson PS, Montgomery B.
Androgen deprivation therapy: progress in understanding
mechanisms of resistance and optimizing androgen
depletion. Nat Clin Pract Urol. 2009; 6: 76–85.
https://doi.org/10.1038/ncpuro1296.

14. Milito AD, Iessi E, Logozzi M, Lozupone F, Spada M,
Marino ML, Federici C, Perdicchio M, Matarrese P,
Lugini L, Nilsson A, Fais S. Proton Pump Inhibitors
Induce Apoptosis of Human B-Cell Tumors through a
Caspase-Independent Mechanism Involving Reactive
Oxygen Species. Cancer Res. 2007; 67: 5408–17.
https://doi.org/10.1158/0008-5472.CAN-06-4095.

27. Wang GL, Semenza GL. Purification and Characterization
of Hypoxia-inducible Factor 1. J Biol Chem. 1995; 270:
1230–7. https://doi.org/10.1074/jbc.270.3.1230.
28. Jiang BH, Agani F, Passaniti A, Semenza GL. V-SRC
Induces Expression of Hypoxia-inducible Factor 1 (HIF-1)
and Transcription of Genes Encoding Vascular Endothelial
Growth Factor and Enolase 1: Involvement of HIF-1 in
Tumor Progression. Cancer Res. 1997; 57: 5328–35.

15. von Schwarzenberg K, Lajtos T, Simon L, Müller R,
Vereb G, Vollmar AM. V-ATPase inhibition overcomes
trastuzumab resistance in breast cancer. Mol Oncol. 2014;
8: 9–19. https://doi.org/10.1016/j.molonc.2013.08.011.

29. Carmeliet P, Dor Y, Herbert JM, Fukumura D, Brusselmans
K, Dewerchin M, Neeman M, Bono F, Abramovitch R,
Maxwell P, Koch CJ, Ratcliffe P, Moons L, et al. Role of
HIF-1α in hypoxia-mediated apoptosis, cell proliferation
and tumour angiogenesis. Nature. 1998; 394: 485–90.
https://doi.org/10.1038/28867.

16. Gerweck LE, Vijayappa S, Kozin S. Tumor pH
controls the in vivo efficacy of weak acid and base
chemotherapeutics. Mol Cancer Ther. 2006; 5: 1275–9.
https://doi.org/10.1158/1535-7163.MCT-06-0024.
17. McHenry P, Wang WL, Devitt E, Kluesner N, Davisson
VJ, McKee E, Schweitzer D, Helquist P, Tenniswood M.
Iejimalides A and B inhibit lysosomal vacuolar H+-ATPase
(V-ATPase) activity and induce S-phase arrest and apoptosis
in MCF-7 cells. J Cell Biochem. 2010; 109: 634–642.
https://doi.org/10.1002/jcb.22438.

30. Chen J, Zhao S, Nakada K, Kuge Y, Tamaki N, Okada
F, Wang J, Shindo M, Higashino F, Takeda K, Asaka
M, Katoh H, Sugiyama T, et al. Dominant-Negative
Hypoxia-Inducible Factor-1α Reduces Tumorigenicity
of Pancreatic Cancer Cells through the Suppression of
Glucose Metabolism. Am J Pathol. 2003; 162: 1283–91.
https://doi.org/10.1016/S0002-9440(10)63924-7.

18. Sasazawa Y, Futamura Y, Tashiro E, Imoto M. Vacuolar
H+-ATPase inhibitors overcome Bcl-xL-mediated
chemoresistance through restoration of a caspase-independent
apoptotic pathway. Cancer Sci. 2009; 100: 1460–1467.
https://doi.org/10.1111/j.1349-7006.2009.01194.x.

31. Krishnamachary B, Berg-Dixon S, Kelly B, Agani F, Feldser
D, Ferreira G, Iyer N, LaRusch J, Pak B, Taghavi P, Semenza
GL. Regulation of Colon Carcinoma Cell Invasion by
Hypoxia-Inducible Factor 1. Cancer Res. 2003; 63: 1138–43.

19. Morimura T, Fujita K, Akita M, Nagashima M, Satomi A.
The proton pump inhibitor inhibits cell growth and induces
apoptosis in human hepatoblastoma. Pediatr Surg Int. 2008;
24: 1087–94. https://doi.org/10.1007/s00383-008-2229-2.

32. Semenza GL. Targeting HIF-1 for cancer therapy. Nat Rev
Cancer. 2003; 3: 721–32. https://doi.org/10.1038/nrc1187.

20. Aiko K, Tsujisawa T, Koseki T, Hashimoto S,
Morimoto Y, Amagasa T, Nishihara T. Involvement
of cytochrome c and caspases in apoptotic cell death
of human submandibular gland ductal cells induced
by concanamycin A. Cell Signal. 2002; 14: 717–22.
https://doi.org/10.1016/S0898-6568(02)00016-5.

34. Harris AL. Hypoxia — a key regulatory factor in
tumour growth. Nat Rev Cancer. 2002; 2: 38–47.
https://doi.org/10.1038/nrc704.

www.oncotarget.com

33. Kimbro KS, Simons JW. Hypoxia-inducible factor-1 in
human breast and prostate cancer. Endocr Relat Cancer.
2006; 13: 739–49. https://doi.org/10.1677/erc.1.00728.

28932

Oncotarget

35. Forristal CE, Levesque JP. Targeting the Hypoxia-Sensing
Pathway in Clinical Hematology. Stem Cells Transl Med.
2014; 3: 135–40. https://doi.org/10.5966/sctm.2013-0134.

prostate cancer. Clin Cancer Res. 2005; 11: 7658–63.
https://doi.org/10.1158/1078-0432.CCR-05-0460.
48. Ryu K, Park C, Lee Y. Hypoxia-inducible factor 1 alpha
represses the transcription of the estrogen receptor alpha gene
in human breast cancer cells. Biochem Biophys Res Commun.
2011; 407: 831–6. https://doi.org/10.1016/j.bbrc.2011.03.119.

36. Suzuki H, Tomida A, Tsuruo T. Dephosphorylated hypoxiainducible factor 1alpha as a mediator of p53-dependent
apoptosis during hypoxia. Oncogene. 2001; 20: 5779–88.
https://doi.org/10.1038/sj.onc.1204742.

49. Lim JH, Park JW, Kim MS, Park SK, Johnson RS, Chun YS.
Bafilomycin Induces the p21-Mediated Growth Inhibition
of Cancer Cells under Hypoxic Conditions by Expressing
Hypoxia-Inducible Factor-1α. Mol Pharmacol. 2006; 70:
1856–65. https://doi.org/10.1124/mol.106.028076.

37. Balk SP, Ko YJ, Bubley GJ. Biology of ProstateSpecific Antigen. J Clin Oncol. 2003; 21: 383–91.
https://doi.org/10.1200/JCO.2003.02.083.
38. Traganos F, Darzynkiewicz Z. Lysosomal proton pump
activity: supravital cell staining with acridine orange
differentiates leukocyte subpopulations. Methods Cell Biol.
1994; 41: 185–94.

50. Zhdanov AV, Dmitriev RI, Papkovsky DB. Bafilomycin A1
activates HIF-dependent signalling in human colon cancer
cells via mitochondrial uncoupling. Biosci Rep. 2012; 32:
587–95. https://doi.org/10.1042/BSR20120085.

39. Overly CC, Lee KD, Berthiaume E, Hollenbeck PJ.
Quantitative measurement of intraorganelle pH in the
endosomal-lysosomal pathway in neurons by using
ratiometric imaging with pyranine. Proc Natl Acad Sci U S
A. 1995; 92: 3156–60.

51. Semenza GL. Defining the Role of Hypoxia-Inducible
Factor 1 in Cancer Biology and Therapeutics. Oncogene.
2010; 29: 625–34. https://doi.org/10.1038/onc.2009.441.
52. Baravalle G, Schober D, Huber M, Bayer N, Murphy
RF, Fuchs R. Transferrin recycling and dextran transport
to lysosomes is differentially affected by bafilomycin,
nocodazole, and low temperature. Cell Tissue Res. 2005;
320: 99–113. https://doi.org/10.1007/s00441-004-1060-x.

40. Lucien F, Harper K, Pelletier PP, Volkov L, Dubois CM.
Simultaneous pH Measurement in Endocytic and Cytosolic
Compartments in Living Cells using Confocal Microscopy.
J Vis Exp. 2014. https://doi.org/10.3791/51395.
41. Steinman RM. Endocytosis and the recycling of plasma
membrane. J Cell Biol. 1983; 96: 1–27.

53. Straud S, Zubovych I, De Brabander JK, Roth
MG. Inhibition of Iron Uptake Is Responsible for
Differential Sensitivity to V-ATPase Inhibitors in
Several Cancer Cell Lines. PLoS One. 2010; 5: e11629.
https://doi.org/10.1371/journal.pone.0011629.

42. Guo X, Wu Y, Hartley RS. Cold-inducible RNA-binding
protein contributes to human antigen R and cyclin E1
deregulation in breast cancer. Mol Carcinog. 2010; 49:
130–40. https://doi.org/10.1002/mc.20582.

54. Shafighi M, Olariu R, Fathi AR, Djafarzadeh S, Jakob
SM, Banic A, Constantinescu MA. Dimethyloxalylglycine
Stabilizes Hif-1α in Cultured Human Endothelial Cells
and Increases Random-pattern Skin Flap Survival
In Vivo. Plast Reconstr Surg. 2011; 128: 415–22.
https://doi.org/10.1097/PRS.0b013e31821e6e69.

43. Chen CY, Ezzeddine N, Shyu AB. Messenger
RNA Half-Life Measurements in Mammalian
Cells. Methods Enzymol. 2008; 448: 335–57.
https://doi.org/10.1016/S0076-6879(08)02617-7.
44. Horii K, Suzuki Y, Kondo Y, Akimoto M, Nishimura
T, Yamabe Y, Sakaue M, Sano T, Kitagawa T, Himeno
S, Imura N, Hara S. Androgen-Dependent Gene
Expression of Prostate-Specific Antigen Is Enhanced
Synergistically by Hypoxia in Human Prostate
Cancer Cells. Mol Cancer Res. 2007; 5: 383–91.
https://doi.org/10.1158/1541-7786.MCR-06-0226.

55. Wang L, Jin Z, Wang J, Chen S, Dai L, Lin D, Wu L, Gao W.
Detrimental effect of Hypoxia-inducible factor-1α-induced
autophagy on multiterritory perforator flap survival in rats. Sci
Rep. 2017; 7. https://doi.org/10.1038/s41598-017-12034-x.
56. Schneider LS, von Schwarzenberg K, Lehr T, Ulrich
M, Kubisch-Dohmen R, Liebl J, Trauner D, Menche
D, Vollmar AM. Vacuolar-ATPase Inhibition Blocks
Iron Metabolism to Mediate Therapeutic Effects
in Breast Cancer. Cancer Res. 2015; 75: 2863–74.
https://doi.org/10.1158/0008-5472.CAN-14-2097.

45. Park C, Kim Y, Shim M, Lee Y. Hypoxia enhances
ligand-occupied
androgen
receptor
activity.
Biochem Biophys Res Commun. 2012; 418: 319–23.
https://doi.org/10.1016/j.bbrc.2012.01.019.

57. Miles AL, Burr SP, Grice GL, Nathan JA. The vacuolarATPase complex and assembly factors, TMEM199
and CCDC115, control HIF1α prolyl hydroxylation by
regulating cellular iron levels. eLife. 2017; 6: e22693.
https://doi.org/10.7554/eLife.22693.

46. Tong D, Liu Q, Liu G, Yuan W, Wang L, Guo Y, Lan W, Zhang
D, Dong S, Wang Y, Xiao H, Mu J, Mao C, et al. The HIF/PHF8/
AR axis promotes prostate cancer progression. Oncogenesis.
2016; 5: e283. https://doi.org/10.1038/oncsis.2016.74.
47. Boddy JL, Fox SB, Han C, Campo L, Turley H, Kanga
S, Malone PR, Harris AL. The androgen receptor is
significantly associated with vascular endothelial growth
factor and hypoxia sensing via hypoxia-inducible factors
HIF-1a, HIF-2a, and the prolyl hydroxylases in human

www.oncotarget.com

58. Chen KF, Lai YY, Sun HS, Tsai SJ. Transcriptional
repression of human cad gene by hypoxia inducible
factor-1α. Nucleic Acids Res. 2005; 33: 5190–8.
https://doi.org/10.1093/nar/gki839.

28933

Oncotarget

59. Alimirah F, Panchanathan R, Chen J, Zhang X, Ho SM,
Choubey D. Expression of Androgen Receptor Is Negatively
Regulated By p53. Neoplasia. 2007; 9: 1152–9.

64. Sautin YY, Lu M, Gaugler A, Zhang L, Gluck SL.
Phosphatidylinosital 3-kinase-mediated effects of glucose
on Vacuolar H+-ATPase assembly, translocation, and
acidification of intracellular compartments in renal
epithelial cells. Mol Cell Biol. 2005; 25: 575-89.

60. An WG, Kanekal M, Simon MC, Maltepe E, Blagosklonny
MV, Neckers LM. Stabilization of wild-type p53 by
hypoxia-inducible factor 1α. Nature. 1998; 392: 405–8.
https://doi.org/10.1038/32925.

65. Sobel RE, Sadar MD. Cell Lines used in Prostate
Cancer Research: A Compendium of Old and
New Lines—Part 2. J Urol. 2005; 173: 360–72.
https://doi.org/10.1097/01.ju.0000149989.01263.dc.

61. Mabjeesh NJ, Willard MT, Frederickson CE, Zhong H,
Simons JW. Androgens stimulate hypoxia-inducible factor
1 activation via autocrine loop of tyrosine kinase receptor/
phosphatidylinositol 3'-kinase/protein kinase B in prostate
cancer cells. Clin Cancer Res. 2003; 9: 2416-25.

66. Veldscholte J, Berrevoets CA, Ris-Stalpers C, Kuiper GG,
Jenster G, Trapman J, Brinkmann AO, Mulder E. The
androgen receptor in LNCaP cells contains a mutation in
the ligand binding domain which affects steroid binding
characteristics and response to antiandrogens. J Steroid
Biochem Mol Biol. 1992; 41: 665–9.

62. Liberman R, Bond S, Shainheit MG, Stadecker MF,
Forgac M. Regulated assembly of vacuolar ATPase is
increased during cluster disruption-induced maturation
of dendritic cells through a phosphatidylinosital 3-kinase/
mTOR-dependent pathway. J Biol Chem. 2014; 289:
1355-63.

67. Taplin ME, Rajeshkumar B, Halabi S, Werner CP, Woda
BA, Picus J, Stadler W, Hayes DF, Kantoff PW, Vogelzang
NJ, Small EJ. Androgen Receptor Mutations in AndrogenIndependent Prostate Cancer: Cancer and Leukemia
Group B Study 9663. J Clin Oncol. 2003; 21: 2673–8.
https://doi.org/10.1200/JCO.2003.11.102.

63. Marjuki H, Gornitzky A, Marathe BM, Ilyushina NA,
Aldridge JR, Desai G, Webby RJ, Webster RG. Influenza A
virus-induced early activation of ERK and PI3K mediates
V-ATPase-dependent intracellular pH change required for
fusion: ERK and PI3K regulate V-ATPase activity. Cell
Microbiol. 2011; 13: 587-601.

www.oncotarget.com

68. Huss M, Wieczorek H. Inhibitors of V-ATPases:
old and new players. J Exp Biol. 2009; 212: 341–6.
https://doi.org/10.1242/jeb.024067.

28934

Oncotarget

