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Abstract: In addition to their analgesic activity, transient receptor potential vanilloid 1 (TRPV1)
agonists and antagonists demonstrate profound anti-cancer activities in various human cancers.
In the present study, we investigated the anti-cancer activity of a novel TRPV1 antagonist, DWP05195,
and evaluated its molecular mechanism in human ovarian cancer cells. DWP05195 demonstrated
potent growth inhibitory effects in all five ovarian cancer cell lines examined. DWP05195 induced
apoptosis through the activation of caspase-3, -8, and -9. DWP05195 induced C/EBP homologous
protein (CHOP) expression and endoplasmic reticulum (ER) stress. Sodium phenylbutyrate (4-PBA),
an ER-stress inhibitor, and CHOP knockdown significantly suppressed DWP5195-induced cell
death. DWP05195-enhanced CHOP expression stimulated intrinsic and extrinsic apoptotic pathways
through the regulation of Bcl2-likell (BIM), death receptor 4 (DR4), and DR5. DWP05195-induced
cell death was associated with increased reactive oxygen species (ROS) levels and p38 pathway
activation. Pre-treatment with the antioxidant N-acetyl-L-cysteine (NAC) significantly suppressed
DWP05195-induced CHOP expression and p38 activation. Inhibition of NADPH oxidase (NOX)
through p47phox knockdown abolished DWP05195-induced CHOP expression and cell death.
Taken together, the findings indicate that DWP05195 induces ER stress-induced apoptosis via the
ROS-p38-CHOP pathway in human ovarian cancer cells.

Keywords: DWP(05195; TRPV1 antagonist; ovarian cancer; ER stress; CHOP; ROS

1. Introduction

Ovarian cancer is one of the most lethal gynecological malignancies, with around 300,000 women
diagnosed and more than 184,000 related deaths in 2018 worldwide [1]. Due to ambiguous symptoms
during the early stage and a lack of effective biomarkers, most women are diagnosed at an advanced
stage [2,3]. The overall 5-year survival rate for advanced ovarian cancer is approximately 30% [4].
Cytoreductive surgery and platinum- and taxane-based chemotherapy are still the standard therapy in
women with ovarian cancer [5]. Both platinum and taxane commonly cause several side effects and
complications. Furthermore, chemoresistance is a major cause of recurrence and death. Thus, a novel
therapeutic agent to treat ovarian cancer is urgently needed.

The transient receptor potential vanilloid 1 (IRPV1) is a nonselective ligand-gated cation channel
with high calcium permeability and can be activated by various exogenous and endogenous stimuli,
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such as low pH, noxious heat, and vanilloids [6]. Moreover, it is well known that TRPV1 plays a role
in pain modulation and can be targeted for pain management [7]. Interestingly, recent studies have
revealed that TRPV1 antagonists, as well as TRPV1 agonists, possess anti-cancer activities in various
types of human cancer cells, in addition to their analgesic activity. For example, TRPV1 antagonists
such as capsazepine induce apoptosis and suppress tumor growth in colorectal and oral cancer [8-10].
However, the molecular mechanism of action of the TRPV1 antagonists, underlying the anti-cancer
activities, remains poorly characterized. Additionally, according to our knowledge, the effect of these
drugs has not been reported in human ovarian cancer.

DWP05195, a novel TRPV1 antagonist, inhibits the pain signal transduction triggered by capsaicin
and other typical TRPV1 agonists [11]. Reportedly, this drug shows an analgesic effect in both nerve
injury and diabetic neuropathy animal models. However, its effect on other diseases, including cancer,
remains unexamined. Thus, we investigated the anti-cancer activity of DWP05195 in this study, as well as
the potential underlying mechanism of action in human ovarian cancer cells.

2. Results

2.1. DWP05195 Stimulates Caspase-Dependent Apoptosis in Human Ovarian Cancer Cells

DWP05195 (Figure 1A) demonstrated a growth inhibitory effect on the five human ovarian cancer
cell lines (A2780, SKOV3, OVCAR3, TOV-21G, and Hey8A) used in this study (Table 1).

Table 1. Effect of DWP05195 on cell viability in human ovarian cancer cells.

Cell Lines A2780 SKOV3 OVCAR3 TOV-21G Hey8A
aIC50 (uM) 1761 +1.12 43.87+559 7886 +£27.05 3592+734 40.83+4.02

2IC50 is the concentration that reduces cell number by 50% compared to control cultures. This value represents the

average of the results of three independent experiments.

The Annexin V-FITC staining assay was performed to evaluate whether the growth-inhibitory
effect of DWP05195 is associated with the induction of apoptosis. In A2780 and SKOV3 cells, DWP05195
dose-dependently enhanced the population of Annexin V-positive cells in the right quadrants of
the flow cytometry graphs (Figure 1B,C). Additionally, we determined whether caspases were
involved in DWP05195-induced apoptosis. DWP05195-induced apoptosis was significantly inhibited
in the presence of a broad caspase inhibitor, z-VAD-fmk (Figure 1D), suggesting that caspases
mediate DWP05195-induced apoptosis in human ovarian cancer cells. Additionally, caspase-8 inhibitor
z-IETD-fmk and caspase-9 inhibitor z-LEHD-fmk markedly reversed the inhibitory effect of DWP05195
on cell viability (Figure 1E). Moreover, Western blot analysis revealed that DWP05195 activated caspases-8
and -9 (Figure 1F). These findings suggest that, in human ovarian cancer cells, DWP05195 induces
apoptosis via both intrinsic and extrinsic apoptotic pathways.
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Figure 1. Effect of DWP05195 on apoptosis in A2780 and SKOV3 cells. (A) Chemical structure of
DWP05195. (B) A2780 cells were treated with 0, 7.5, 15, and 30 uM of DWP05195 for 48 h. (C) SKOV3
cells were treated with 0, 20, 40, and 80 uM of DWP05195 for 48 h. On the day of harvest, A2780 or
SKOV3 cells were co-stained with propidium iodide (PI) and Annexin V-FITC. * p < 0.05 compared
with control. (D) A2780 cells were pre-treated with broad caspase inhibitor, z-VAD-fmk (50 uM), and
then treated with DWP05195 (15 uM). PI/Annexin V-FITC staining assay was performed to determine
apoptosis. (E) A2780 cells were pre-treated with caspase-8 inhibitor, z-IETD-fmk (50 uM) and caspase-9
inhibitor, z-LEHD-fmk (75 pM), and then treated with DWP05195 (15 uM). MTT assay was performed
to determine cell viability. (F) A2780 cells were treated with 0, 7.5, 15, and 30 uM of DWP05195 for 48 h.
Cleaved caspase-8, caspase-9, and caspase-3 levels were determined by Western blotting. Results are
representative of at least three independent experiments. * p < 0.05. Uncropped blots of Figure 1F are
shown in Figure S1.

2.2. ER Stress is Involved in DWP05195-Induced Apoptosis

Capsazepine, a prototype TRPV1 antagonist, reportedly possesses anti-cancer activity and induces
endoplasmic reticulum (ER) stress in several cancer cells [8,10]. Thus, we examined whether the novel
TRPV1 antagonist, DWP05195, also induces ER stress in human ovarian cancer cells. Flow cytometric
and fluorescence microscopic analysis demonstrated that DWP05195 increases ER-specific fluorescence
intensity, indicating ER expansion, a hallmark of activated ER stress (Figure 2A). To further confirm
the involvement of ER stress in DWP05195-induced apoptosis, we examined whether an ER stress
inhibitor, 4-PBA (4-phenylbutyric acid) affected cell death (Figure 2B). In human ovarian cancer cells,
4-PBA significantly alleviated DWP05195-induced cell death.
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Figure 2. Involvement of endoplasmic reticulum (ER) stress in DWP05195-induced apoptosis.
(A) A2780 cells were treated with 0, 7.5, 15, and 30 uM of DWP05195 for 24 h, and then analyzed using
a confocal fluorescence microscope. Fluorescence intensity was analyzed with the Image] software.
(B) Following pre-treatment with ER stress inhibitor, 4-PBA (500 uM), A2780 cells were treated with
DWP05195 (15 uM). MTT assay was performed to determine cell viability. Results are representative of

at least three independent experiments. * p < 0.05.
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Figure 3. Involvement of C/EBP homologous protein (CHOP) in DWP05195-induced apoptosis.
(A) A2780 cells were treated with DWP05195 (15 uM) for the indicated time and CHOP protein
levels were detected using Western blotting. Uncropped blots of Figure 3A are shown in Figure S1
(B) A2780 cells were treated with DWP05195 for 24 h at the indicated concentrations and CHOP mRNA
levels were determined by real-time RT-PCR. * p < 0.05 compared with control. (C) CHOP mRNA and
protein levels after transfection with CHOP siRNA in A2780 cells were measured by real-time RT-PCR
and Western blotting, respectively. Uncropped blots of Figure 3C are shown in Figure S1 (D) After
the CHOP knockdown, cells were treated with 15 uM DWP05195 and used for analysis of apoptosis.
Results are representative of at least three independent experiments. * p < 0.05.

40f15

C/EBP homologous protein (CHOP), a marker of ER stress, plays an important role in ER
stress-induced apoptosis [12]. We observed that DWP05195 increased CHOP protein and mRNA levels in
human ovarian cancer cells (Figure 3A,B). We further evaluated the role of CHOP in DWP05195-induced
apoptosis. CHOP siRNA markedly suppressed CHOP mRNA and protein levels in A2780 cells (Figure 3C),
and CHOP knockdown using the CHOP siRNA notably decreased the population of Annexin V-positive
cells enhanced by DWP05195 treatment (Figure 3D). Collectively, these results indicate that enhanced
CHOP expression and ER stress are required for DWP05195-induced apoptosis in human ovarian

cancer cells.

2.3. CHOP Upregulation by DWP05195 Stimulates Both Intrinsic and Extrinsic Apoptosis Pathways

CHOP can mediate apoptosis through intrinsic and extrinsic apoptotic pathways [13]. As DWP05195
induces the activation of both intrinsic and extrinsic initiator caspases, we first examined the effect of
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CHOP on the intrinsic pathway, also known as the mitochondrial pathway. As shown in Figure 4A,
DWP05195 significantly increased the mRNA levels of BIM (Bcl2-like11) and PUMA (p53 upregulated
modulator of apoptosis) in human ovarian cancer cells. CHOP knockdown effectively reduced the
expression of BIM, but not that of PUMA (Figure 4B). Importantly, DWP05195-induced activation of the
intrinsic initiator caspase, caspase-9, was markedly reversed by CHOP knockdown (Figure 4C).
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Figure 4. Involvement of CHOP in DWP05195-stimulated intrinsic apoptosis pathway. (A) A2780 cells
were treated with 0, 7.5, 15, and 30 uM DWP05195 for 24 h. BIM (Bcl2-like11) and PUMA (p53 upregulated
modulator of apoptosis) levels were determined by real-time RT-PCR. * p < 0.05 compared with control.
(B) After the CHOP knockdown, BIM and PUMA levels were detected by real-time RT-PCR and
(C) cleaved caspase-9 levels were detected by Western blotting Uncropped blots of Figure 4C are shown
in Figure S1. Results are representative of at least three independent experiments. * p < 0.05.

These data suggested that CHOP expression, enhanced by DWP05195, stimulated the intrinsic
apoptosis pathway through the upregulation of BIM, but not of PUMA. Furthermore, we confirmed
the role of CHOP in DWP05195-induced apoptosis through the extrinsic death receptor pathway.
As shown in Figure 5A, DWP05195 treatment increased the mRNA levels of death receptor 4 (DR4) and
DRS5 in human ovarian cancer cells. CHOP knockdown effectively reduced the expression of DR4 and
DR5, enhanced by DWP05195 treatment (Figure 5B). Furthermore, the DWP05195-induced activation
of caspase-8, an extrinsic initiator caspase, was markedly reversed following CHOP knockdown
(Figure 5C). These results confirmed that DWP05195 induces apoptosis by the upregulation of CHOP,
which regulates both intrinsic and extrinsic apoptosis pathways via BIM and DR4/5.
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Figure 5. Involvement of CHOP in DWP05195-stimulated extrinsic apoptosis pathway. (A) A2780 cells
were treated with 0, 7.5, 15, and 30 uM DWP05195 for 24 h. Death receptor 4 (DR4) and death receptor
5 (DR5) levels were determined by real-time RT-PCR. * p < 0.05 compared with control. (B) After the
CHOP knockdown, DR4 and DR5 levels were detected by real-time RT-PCR and (C) cleaved caspase-8
levels were detected by Western blotting. Uncropped blots of Figure 5C are shown in Figure S1 Results
are representative of at least three independent experiments. * p < 0.05.
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2.4. DWP05195 Induces ER Stress-Dependent Apoptosis by ROS Upregulation and p38 Activation

DWP05195 is a novel TRPV1 antagonist possessing inhibitory effects on pain signal transduction
activated by TRPV1 agonists such as capsaicin [11]. The TRPV1 channel is highly permeable to calcium
ions, which play a critical role in several cellular processes, including apoptosis and proliferation of
cancer cells [14]. Accordingly, we examined whether calcium signaling through the TRPV1 channel is
involved in DWP05195-induced apoptosis in human ovarian cancer cells. First, intracellular calcium
levels were measured after DWP05195 treatment (Figure S2). As expected, capsaicin, the TRPV1 agonist,
induced calcium influx in ovarian cancer cells, and DWP05195 reversed the influx. However, treatment
with DWP05195 (15 uM) alone, which can induce apoptosis in ovarian cancer cells, did not cause
a prompt change of the levels of intracellular calcium, suggesting that a direct modulation of
calcium-conducting channels may not be involved in DWP05195-induced apoptosis.

Considering that intracellular ROS and mitogen-activated protein kinase (MAPK) signaling are
implicated in cancer cell apoptosis [15], we investigated the effect of DWP05195 on the intracellular
levels of ROS. In human ovarian cancer cells, DWP05195 markedly induced ROS production (Figure 6A),
and DWP05195-induced cell death was inhibited in the presence of the antioxidant N-acetyl-L-cysteine
(NAC) (Figure 6B). These data suggested that enhanced intracellular ROS levels are required for
DWP05195-induced apoptosis in human ovarian cancer cells. Additionally, we observed that DWP05195
increased the activation of p38 MAPK (Figure 6C) and the p38 inhibitor, SB203580, partially reduced
DWP05195-induced cell death (Figure 6D).
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Figure 6. Involvement of ROS and p38 in DWP05195-induced apoptosis. (A) A2780 cells were treated
with DWP05195 (15 pM) for the indicated time. The cells were stained with dihydro-fluorescein diacetate
(DCFH-DA) and analyzed by flow cytometry. (B) A2780 cells were pre-treated with N-acetyl-L-cysteine
(NAC) (7.5 mM), and then treated with DWP05195 (15 uM). MTT assay was performed to determine cell
viability. (C) A2780 cells were treated with DWP05195 (15 uM) for the indicated time. Phosphor-p38
and total p38 levels were determined by Western blotting. Uncropped blots of Figure 6C are shown in
Figure S1 (D) A2780 cells were pre-treated with p38 inhibitor SB203580 (0.5 uM) and then treated with
DWP05195 (15 uM). MTT assay was performed to determine cell viability. Results are representative of
at least three independent experiments. * p < 0.05.

Conversely, unlike p38, extracellular signal-regulated kinase (ERK1/2) and c-Jun N-terminal kinase
(JNK) were not associated with DWP05195-induced cell death (Figure S3). We further investigated
whether ROS acts upstream of p38 MAPK activation and ER stress induced by DWP05195. Both NAC
and SB203580 markedly suppressed the expression of CHOP (Figure 7A,B). Additionally, NAC
substantially inhibited the activation of p38 (Figure 7C). Collectively, the DWP05195-increased ROS
levels mediated the ER-stress-dependent apoptosis, at least in part, through the p38 pathway.
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Figure 7. The involvement of ROS levels and p38 activation in CHOP expression. (A) A2780 cells were
pre-treated with antioxidant NAC (7.5 mM) or (B) SB203580 (20 uM), and then treated with DWP05195
(15 uM) for 24 h. CHOP levels were determined by Western blotting. (C) A2780 cells were pre-treated
with NAC (7.5 mM), and then treated with DWP05195 (15 uM) for 24 h. Phosphor-p38 levels were
determined by Western blotting. Results are representative of at least three independent experiments. *
p < 0.05. Uncropped blots of Figure 7 are shown in Figure S1.

2.5. DWP05195 Regulates the Intracellular ROS Levels Through NADPH Oxidase

The transmembrane enzymes, NADPH oxidases (NOXs), are considered the main source of
intracellular ROS in various cell types [16,17]. Interestingly, the functional interaction between NOXs
and TRPVs has been implicated in various pathophysiological conditions [18-20]. Thus, we examined
whether NOX is associated with DWP05195-induced ER stress and apoptosis in human ovarian
cancer cells. Inhibition of NOX through the knockdown of NOX-regulatory-subunit, p47phox
markedly suppressed DWP05195-induced ROS upregulation and CHOP expression (Figure 8A,B).
Notably, p47phox knockdown significantly reversed DWP05195-induced cell death (Figure 8C).
These data indicate that NOX is involved in DWP05195-induced ER stress and apoptosis via ROS
regulation in human ovarian cancer cells.
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Figure 8. Involvement of NADPH oxidase activation in DWP05195-induced apoptosis. (A) A2780
cells were transfected with p47phox siRNA for 24 h and treated with DWP05195 (15 uM) for 2 h.
The cells were stained with DCFH-DA and analyzed by flow cytometry. (B) After knockdown of
p47phox, cells were treated with DWP05195 (15 uM) for 24 h. CHOP levels were measured by real-time
RT-PCR. (C) After knockdown of p47phox, cells were treated with DWP05195 (15 uM). MTT assay
was performed to determine cell viability. Results are representative of at least three independent
experiments. * p < 0.05.

3. Discussion

Reportedly, TRPV1 is expressed in various human cancer tissues [21-26], with TRPV1 expression
found to be associated with lower survival in invasive breast carcinoma [27]. In melanoma tissues,
decreased TRPV1 expression has been observed when compared to normal melanocytes, and TRPV1
overexpression inhibits melanoma growth via Ca?* signaling. Collectively, these results suggest
a potential role for TRPV1 in human cancers. We observed that TRPV1 is expressed in immortalized
ovarian epithelial cells (IOSE80PC) and human ovarian cancer cells (Figure S3). SKOV3, A2780, OVCARS3,
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and HEYS8A cells demonstrated higher TRPV1 expression than IOSE80PC cells, but not TOV-21G cells.
Moreover, we analyzed data from TCGA (The Cancer Genome Atlas) and GEO (Gene Expression
Omnibus; GSE14407) for ovarian cancer to assess whether TRPV1 expression is associated with prognosis
and survival of ovarian cancer patients. However, no significant correlation was observed. These data
indicate that human ovarian cancer cells express TRPV1; however, its expression may not be a potential
diagnostic and prognostic marker for ovarian cancer.

Although some reports have shown the pro-tumor activity of capsaicin [28], accumulating evidence
indicates that TRPV1 agonists have anti-cancer activities [29-34]. Capsaicin, the best-known TRPV1
agonist, stimulates apoptosis in pancreatic, urothelial, and renal cancer cells, and gliomas. In the
case of ovarian cancer, one study has demonstrated the apoptosis-inducing effect of capsaicin using
fatty-acid-conjugated lipid nanoparticles [35]. Furthermore, capsaicin reportedly inhibits the metastasis
of thyroid cancer [32]. Resiniferatoxin (RTX), another potent TRPV1 agonist, induces apoptosis and
decreases cancer cell growth in pancreatic cancer cells [36]. Primarily, TRPV1 agonist-induced
anti-cancer activities seem to involve TRPV1 and its calcium signaling. For example, capsaicin induces
caspase activation and apoptosis through increased Ca?* influx in glioma cells; these events were
markedly inhibited by TRPV1 antagonist [34]. In melanoma cells, TRPV1 induces Ca®* influx to regulate
P53 activation via the calcineurin-ATF3 transcriptional cascade [37]. Interestingly, TRPV1 antagonists
such as capsazepine also induced cell death in several cancers [8-10]. Notably, it remains controversial
whether the TRPV1 antagonist-induced anti-cancer activities are associated with TRPV1 and its calcium
signaling. Teng et al. and Huang et al. have reported that capsazepine increases intracellular calcium
levels and cytotoxicity in human osteosarcoma and prostate cancer cells, respectively [38,39]. In contrast,
Sung et al. have suggested that capsazepine potentiated TRAIL-induced apoptosis, in a TRPV1
independent manner, by TRAIL upregulation in colorectal cancer cells [10]. Furthermore, capsazepine
reportedly induces TRPV1-independent apoptosis in oral squamous cell carcinoma (OSCC) [40]. In the
present study, we found that the TRPV1 agonist capsaicin has little cytotoxic activity in most cancer cells
including ovarian cancer cells (Table S1). In contrast, DWP05195 revealed a cytotoxic activity in other
types of cancer cells including neuroblastoma and colon and endometrial cancer (Table 1 and Table S2),
suggesting that DWP05195 may induce apoptotic cell death not only in ovarian cancer cells but also in
other types of cancer cells. However, the cytotoxic activity of DWP05195 was not strongly associated
with the levels of TRPV1 in the cancer cells (Figures 54 and S5). Moreover, to determine whether the
DWP05195-induced apoptosis is mediated through the TRPV1 receptor, we examined cell death after
treatment with DWP05195 and the TRPV1 agonist, capsaicin, alone or in combination. Capsaicin alone
markedly increased intracellular calcium levels and induced cell death (Figures S2 and S6), which is
consistent with previous findings. However, capsaicin failed to reverse the effect of DWP05195 on
cell death (Figure S6). These data indicate that, in human ovarian cancer cells, DWP05195-induced
cell death is not mediated through TRPV1-induced calcium signaling. Considering that TRPV1 is
redox-sensitive, there is a possibility that ROS induced by DWP05195 may counteract the antagonist
effect of DWP05195 in the ovarian cancer cells.

A wide variety of physiological and biochemical stimuli, such as oxidative stress, induce ER
stress [41,42]. If cells fail to overcome ER stress and restore homeostasis to survive, this will result in
apoptosis. Upon ER stress, the expression of the transcription factor CHOP is mainly upregulated
by ER-stress-sensor proteins, which play a crucial role in ER-stress-induced apoptosis [43,44]. CHOP
regulates the BH3-only proteins (such as BID, BIM, and PUMA), triggering the intrinsic apoptotic
pathway by regulating the Bcl-2 family proteins, which play a pivotal role in the mitochondrial
membrane potential (MMP) (Aym) [45-47]. Conversely, CHOP mediates the extrinsic apoptotic
pathway by directly regulating the expression of death receptors and activating the caspase-8
cascade [12]. CHOP also has been suggested to induce apoptosis via the activation of other downstream
regulatory pathways [13]. Here, we demonstrated that DWP05195 induced ER-dependent apoptosis
by CHOP upregulation through both intrinsic and extrinsic pathways in human ovarian cancer cells.
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This finding is consistent with previous reports demonstrating that some TRPV1 antagonists induce
cancer cell death by inducing ER stress [8,10].

Notably, ROS production is involved in multiple events in numerous diseases, including cancer [48,49].
Several anti-cancer agents stimulate apoptosis via ROS production in human ovarian cancer cells [50,51].
In response to physiological and pharmacological stimuli, ROS can be produced by oxidases such as
NADPH oxidases (NOXs), which are considered the main source of ROSin cells [16,17]. NOXs are expressed
in human cancer cell lines with functions in cell proliferation and tumorigenesis [52]. Reportedly, several
studies have demonstrated that NOX activation promotes apoptosis in cancer cells [53]. For instance,
NOX is upregulated by TGF[3, which is associated with its pro-apoptotic activity in liver cancer cells [54].
In this study, we demonstrated the involvement of NOX in DWP05195-induced ROS upregulation,
which resulted in the apoptosis of ovarian cancer cells. Notably, the effects of vanilloids, including TRPV1
agonist and antagonist, on NOX oxidase and the interaction between NOXs and TRPV1 have been
previously demonstrated [18-20,55]. These findings suggest that DWP05195 affects the activity of NOX
oxidase, directly or through TRPV1. Th detailed molecular mechanism of action underlying the ROS
regulation mediated by DWP05195 needs to be elucidated. Additionally, considering the partial effect
of NOX inhibition on DWP05195-induced apoptosis, further investigations are crucial to explore other
potential mechanisms by which DWP05195 induces ROS.

Notably, a variety of signaling pathways can be activated by the increase in ROS, including the
MAPK pathway [56]. The MAPK pathway, including ERK1/2, JNK, and p38 MAPK, is ordinarily
activated and functions as a regulator in the development and progression of cancer [57-60].
Generally, JNK and p38 MAPK are stress-activated MAPK pathways, mediating downstream stress
responses that lead to cell death, while ERK is activated by growth factors and is related to cell
proliferation [61-63]. We have demonstrated that DWP05195-induced ROS resulted in p38 activation,
which was partially associated with ER stress and apoptosis in human ovarian cancer cells.

Our findings suggest that DWP05195 can be consider a potential therapeutic for ovarian cancer.
However, the relatively high dose of DWP05195 used in this study would exceed therapeutic clinical
use. The in vivo effect of DWP05195 on ovarian cancer should be further investigated.

4. Materials and Methods

4.1. Cell Lines and Materials

Human ovarian cancer cell lines (A2780, SKOV3, OVCAR3, TOV-21G, and Hey8A) were originally
obtained from American Type Culture Collection (ATCC; Manassas, VA, USA). RPMI 1640 medium,
FBS, streptomycin sulphate, and penicillin were obtained from Life Technologies Inc. (Grand Island,
NY, USA). DWP05195 used for this study was kindly supplied by Daewoong Pharmaceutical Co., Ltd.
(Seoul, South Korea). N-acetyl-L-cysteine (NAC) was purchased from Sigma Chemical (St. Louis, MO,
USA). All inhibitors for caspases were purchased from Calbiochem (Bad Soden, Germany).

4.2. MTT Assay

Cells were cultured in Roswell Park Memorial Institute (RPMI) 1640 medium containing 5%
fetal bovine serum (FBS), streptomycin sulphate (100 pug/mL), penicillin (100 U/mL) at 37 °C in 5%.
To analysis cell viability, 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl-tetrazolium bromide (MTT) assay
was carried out. Cells were plated in a 96-well plate (5 x 10* cells/well) and incubated overnight to
allow adhesion of the cells. After treatment with various concentrations of DWP05195, the cells were
incubated for 48 h. Then, 50 pL of MTT solution (1 mg/mL stock solution) was added into each well
and the plate was incubated for another 3 h. Formazan crystal formed in the cells was dissolved in
DMSO after removal of culture medium. The absorbance at 540 nm was measured in a microplate
reader (SpectraMax; Molecular Devices, Sunnyvale, CA, USA).



Cancers 2020, 12, 1702 10 of 15

4.3. Annexin V and Propidium lodide (PI) Double Staining for Apoptosis Analysis

Apoptosis was examined using Annexin V and PI double staining using ApoScan kit (Annexin V-FITC
Apoptosis Detection kit) (Biobud Inc., Gyunggido, South Korea). Briefly, the cells were harvested and
rinsed twice with cold PBS. Then, the cells were suspended in the binding buffer (10 mM HEPES/NaOH,
2.5 mM CaCly, 140 mM NaCl, pH 7.4). Next, the cells were stained with PI for 5 min and FITC-conjugated
Annexin V for 15 min in a dark place. Guava® easyCyte flow cytometry (EMD Milipore, Bilerica, MA,
USA) was used to analyze the mixture.

4.4. Western Blot Analysis

Cells were rinsed twice with cold PBS and resuspended with a protein lysis buffer (Intron Biotechnology,
Seoul, South Korea). After protein quantification using Bradford assay, the lysate was denatured with the
SDS-PAGE sample buffer followed by 5 min boiling at 95 °C. Total protein (30 pg) was used for SDS-PAGE
and the separated proteins were blotted onto polyvinylidene difluoride (PVDF) membrane from the
gel. The membrane was post-coated with 5% skimmed milk in Tris-buffered saline (Boster Biological
Technology Ltd., Wuhan, China) containing Tween-20 for 1 h. After incubation overnight at 4 °C with
the diluted corresponding primary antibodies, the membrane was incubated with optimal dilution of the
appropriate horseradish peroxidase-linked secondary antibody for 2 h at room temperature. Anti-caspase-8
was purchased from BD Biosciences (San Jose, CA, USA). Caspase-3 and (>-actin antibodies were obtained
from Santa Cruz Biotechnology (Santa Cruz, CA, USA). Antibodies for caspase-9, phospho-p38 MAPK,
and CHOP were from Cell Signaling (Beverly, MA, USA). Secondary antibodies were obtained from The
Jackson Laboratory (West Grove, PA, USA). Enhanced chemiluminescence (ECL) kit (EMD Millipore,
Billerica, MA, USA) was used for visualization of immunoreactive bands.

4.5. Determination of Endoplasmic Reticulum Stress

Endoplasmic reticulum (ER)-specific fluorescence intensity, indicating ER expansion, a hallmark
of activated ER stress, was measured using the ER-ID Red assay kit (Enzo Life Science, Farmingdale,
NY, USA). Cells were seeded in a 60 mm or 96-well plate culture dish. After a 24 h incubation,
DWP05195 was diluted with the culture medium and added to the cells. Following another 24 h
incubation, 100 uL 1X Assay Buffer with 1 uL of ER-ID Red Detection Reagent and 1 pL of Hoechst
33342 Nuclear Stain was added into each wells or dishes, and the cells were incubated for 30 min at
37 °C. The fluorescent intensity was analyzed by flow cytometry and cells were imaged using a confocal
fluorescence microscope.

4.6. Detction of Intracellular Reactive Oxygen Species

The intracellular levels of reactive oxygen species (ROS) were determined using the fluorescent
probe dihydro-fluorescein diacetate (DCFH-DA) (Santa Cruz Biotechnology, Santa Cruz, CA, USA).
After treatment with DWP05195 at the desired time intervals, the cells were collected by centrifugation,
suspended in PBS, and loaded with 20 uM DCFH-DA at 37 °C for 30 min. The fluorescent intensity of
the formed DCF was analyzed by flow cytometry.

4.7. RNA Inteference for Gene Knockdown

For small interfering RNA (siRNA)-mediated knockdown of genes (TRPV1, CHOP, and p47phox),
the cells were transfected with either the targeting or control siRNA using lipofectamine (Invitrogen;
Carlsbad, CA, USA). The siRNAs were purchased from Bioneer Technology (Daejeon, South Korea).
Briefly, the cells were seeded in 6-well plates and grown for 24 h before transfection. Each siRNA
was mixed with lipofectamine in serum-free Opti-MEM (Life Technologies Inc., Grand Island, NY,
USA) at a final concentration of 50 nM. The transfection mixtures were incubated for 10 min at room
temperature before adding to the cells. After 24 h incubation, the transfected cells were used for
the experiment.
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4.8. Real-Time Reversed Transcription-PCR

In accordance with the manufacturer’s protocol, total RNA (500 ng) was reverse transcribed into
complementary DNA (cDNA) using first-strand cDNA synthesis kit (Amersham Pharmacia Biotech,
Oakville, Canada) following RNA extraction using Easy Blue® kits (Intron Biotechnology, Seoul, South
Korea). The primers used for this study were as follows: for CHOP sense primer, 5’-TTG CCT TTC
TCC TTC GGG AC-3’ and antisense primer, 5-CAG TCA GCC AAG CCA GAG AA-3’; for BIM sense
primer, 5’-CTT CCA TGA GGC AGG CTG AA-3" and antisense primer, 5'-ACC ATT CGT GGG TGG
TCT TC-3’; for PUMA sense primer, 5'-TGA AAT TTG GCA TGG GGT CGT C-3’ and anti-sense
primer, 5’-CTC CCT GGG GCC ACA AAT CT-3’; for DR4 sense primer, 5'-AAG TGC ATG GAC AGG
GTG TG-3’ and anti-sense primer, 5'-GAG TCT GCG TTG CTC AGA ATC-3’; for DR5 sense primer,
5-GTC CCA GAG GGA TGG TCA AG-3’ and anti-sense primer, 5-CCC ACT GTG CTT TGT ACC
TGA-3’; for p47phox sense primer, 5-TTG AGA AGC GCT TCG TAC CC-3’ and anti-sense primer,
5-CGT CAA ACC ACT TGG GAG CT-3’; and for TRPV1 sense primer, 5'-GTA CAC ACC TGA TGG
CAA GG-3’ and anti-sense primer, 5-TCT TCG TTG ATG ATG CCC AC-3’. Reverse-transcription
(RT)-PCR was carried out using the SYBR Premix Ex Taq™ Kit and Thermal Cycler Dice Real-Time
PCR System (TaKaRa, Kyoto, Japan). For each gene, the average cycle threshold (Ct) value of each
triplicate measurements was converted to relative quantity data. Gene expression was normalized
with respect to (3-actin.

4.9. Statistical Analysis

Data are presented as mean + SD. All statistical parameters were calculated using GraphPad
Prism 5.0 (GraphPad Software, Inc., La Jolla, CA, USA). Results were evaluated by one-way ANOVA
analysis or unpaired Student t-test. Difference with a p-value less than 0.05 was considered to be
statistically significant.

5. Conclusions

In the present study, we introduced the anti-cancer activity of TRPV1 antagonists in human
ovarian cancer cells. The novel TRPV1 antagonist, DWP05195, induced caspase-dependent apoptosis.
DWP05195 increased the accumulation of intracellular ROS, leading to ER stress through p38 activation.
Upon ER stress, the expression of CHOP was upregulated, inducing apoptosis through both intrinsic
and extrinsic pathways via the upregulation of BIM and DR4/5.

Supplementary Materials: The following are available online at http://www.mdpi.com/2072-6694/12/6/1702/s1:
Table S1: Effect of capsaicin on cell viability in various cancer cells; Table S2: Effect of DWP05195 on cell
viability in various cancer cells; Figure S1: Uncropped Western blot figures; Figure S2: Effect of DWP05195 on
intracellular calcium levels in human ovarian cancer cell; Figure S3: Involvement of JNK and ERK pathway
in DWP05195-induced apoptosis; Figure S4: The expression of TRPV1 in human ovarian cancer cell lines;
Figure S5: The expression of TRPV1 in various human cancer cell lines; and Figure S6: Effect of capsaicin on
DWP05195-induced apoptosis in human ovarian cancer cells.

Author Contributions: All authors reviewed the final manuscript. Y.-Y.W. carried out the experiments and
analyzed the data. M.C.L. and K.-T.L. contributed to the design of experiments. J.-H.C. designed the experiments
and interpreted the data. All authors have read and agreed to the published version of the manuscript.

Funding: This work was supported by a National Research Foundation of Korea (NRF) funded by the Korea
government (MEST) (NRF-2019R1A2C2011213).

Conflicts of Interest: The authors declare no conflict of interest.

References

1.  Bray, E; Ferlay, J.; Soerjomataram, I.; Siegel, R.L.; Torre, L.A.; Jemal, A. Global cancer statistics 2018:
GLOBOCAN estimates of incidence and mortality worldwide for 36 cancers in 185 countries. CA Cancer
J. Clin. 2018, 68, 394-424. [CrossRef] [PubMed]


http://www.mdpi.com/2072-6694/12/6/1702/s1
http://dx.doi.org/10.3322/caac.21492
http://www.ncbi.nlm.nih.gov/pubmed/30207593

Cancers 2020, 12, 1702 12 of 15

10.

11.

12.

13.

14.

15.
16.

17.

18.

19.

20.

21.

22.

Marsh, S. Pharmacogenomics of taxane/platinum therapy in ovarian cancer. Int. . Gynecol. Cancer 2009, 19,
S30-S34. [CrossRef] [PubMed]

Shapira, I.; Oswald, M.; Lovecchio, J.; Khalili, H.; Menzin, A.; Whyte, J.; Dos Santos, L.; Liang, S.; Bhuiya, T.;
Keogh, M,; et al. Circulating biomarkers for detection of ovarian cancer and predicting cancer outcomes.
Br. J. Cancer 2014, 110, 976-983. [CrossRef] [PubMed]

Jelovac, D.; Armstrong, D.K. Recent progress in the diagnosis and treatment of ovarian cancer. CA Cancer
J. Clin. 2011, 61, 183-203. [CrossRef]

Bhatt, P.; Vhora, L; Patil, S.; Amrutiya, J.; Bhattacharya, C.; Misra, A.; Mashru, R. Role of antibodies in
diagnosis and treatment of ovarian cancer: Basic approach and clinical status. J. Control. Release 2016, 226,
148-167. [CrossRef]

Szallasi, A.; Cortright, D.N.; Blum, C.A.; Eid, S.R. The vanilloid receptor trpv1: 10 years from channel cloning
to antagonist proof-of-concept. Nat. Rev. Drug Discov. 2007, 6, 357-372. [CrossRef]

Brito, R.; Sheth, S.; Mukherjea, D.; Rybak, L.P.; Ramkumar, V. Trpvl: A potential drug target for treating
various diseases. Cells 2014, 3, 517-545. [CrossRef]

De La Chapa, ].J.; Singha, PK.; Self, K K.; Sallaway, M.L.; McHardy, S.E; Hart, M.].; McGuff, H.S.; Valdez, M.C.;
Ruiz II, E; Polusani, S.R.; et al. The novel capsazepine analog, cidd-99, significantly inhibits oral squamous
cell carcinoma in vivo through a trpvl-independent induction of er stress, mitochondrial dysfunction,
and apoptosis. J. Oral Pathol. Med. 2019, 48, 389-399. [CrossRef]

Yang, M.H.; Jung, S.H.; Sethi, G.; Ahn, K.S. Pleiotropic pharmacological actions of capsazepine, a synthetic
analogue of capsaicin, against various cancers and inflammatory diseases. Molecules 2019, 24, 995. [CrossRef]
Sung, B.; Prasad, S.; Ravindran, J.; Yadav, V.R.; Aggarwal, B.B. Capsazepine, a trpv1 antagonist, sensitizes
colorectal cancer cells to apoptosis by trail through ros-jnk-chop-mediated upregulation of death receptors.
Free Radic. Biol. Med. 2012, 53, 1977-1987. [CrossRef]

Lee, J.; Kim, B.H.; Yu, K.S.; Kim, H.S.; Kim, ].D.; Cho, J.Y.; Lee, S.; Gu, N. A first-in-human, double-blind,
placebo-controlled, randomized, dose escalation study of dwp05195, a novel trpv1 antagonist, in healthy
volunteers. Drug Des. Devel. Ther. 2017, 11, 1301-1313. [CrossRef] [PubMed]

Yang, Y.; Liu, L.; Naik, I.; Braunstein, Z.; Zhong, J.; Ren, B. Transcription factor ¢/ebp homologous protein in
health and diseases. Front. Immunol. 2017, 8, 1612. [CrossRef] [PubMed]

Hu, H.; Tian, M,; Ding, C.; Yu, S. The c/ebp homologous protein (chop) transcription factor functions in
endoplasmic reticulum stress-induced apoptosis and microbial infection. Front. Immunol. 2019, 9, 3083.
[CrossRef] [PubMed]

Bujak, JK.; Kosmala, D.; Szopa, LM.; Majchrzak, K.; Bednarczyk, P. Inflammation, cancer and
immunity-implication of trpv1 channel. Front. Oncol. 2019, 9, 1087. [CrossRef] [PubMed]

Liou, G.Y;; Storz, P. Reactive oxygen species in cancer. Free Radic. Res. 2010, 44, 479-496. [CrossRef] [PubMed]
Zorov, D.B.; Juhaszova, M.; Sollott, S.J. Mitochondrial ros-induced ros release: An update and review.
Biochim. Biophys. Acta. Bioenerg. 2006, 1757, 509-517. [CrossRef]

Magnani, F.; Mattevi, A. Structure and mechanisms of ros generation by nadph oxidases. Curr. Opin. Struct. Biol.
2019, 59, 91-97. [CrossRef]

Mukherjea, D.; Jajoo, S.; Sheehan, K.; Kaur, T.; Sheth, S.; Bunch, J.; Perro, C.; Rybak, L.P.; Ramkumar, V.
Nox3 nadph oxidase couples transient receptor potential vanilloid 1 to signal transducer and activator of
transcription 1-mediated inflammation and hearing loss. Antioxid. Redox. Sign. 2011, 14, 999-1010. [CrossRef]
Lin, C.S.; Lee, S.H.; Huang, H.S; Chen, Y.S.; Ma, M.C. H202 generated by nadph oxidase 4 contributes to
transient receptor potential vanilloid 1 channel-mediated mechanosensation in the rat kidney. Am. J. Physiol.
Ren. Physiol. 2015, 309, F369-F376. [CrossRef]

Taylor-Clark, T.E. Role of reactive oxygen species and trp channels in the cough reflex. Cell Calcium 2016, 60,
155-162. [CrossRef]

Domotor, A.; Peidl, Z.; Vincze, A.; Hunyady, B.; Szolcsanyi, J.; Kereskay, L.; Szekeres, G.; Mozsik, G.
Immunohistochemical distribution of vanilloid receptor, calcitonin-gene related peptide and substance p in
gastrointestinal mucosa of patients with different gastrointestinal disorders. Inflammopharmacology 2005, 13,
161-177. [CrossRef] [PubMed]

Lazzeri, M.; Vannucchi, M.G.; Spinelli, M.; Bizzoco, E.; Beneforti, P.; Turini, D.; Faussone-Pellegrini, M.S.
Transient receptor potential vanilloid type 1 (trpv1) expression changes from normal urothelium to transitional
cell carcinoma of human bladder. Eur. Urol. 2005, 48, 691-698. [CrossRef] [PubMed]


http://dx.doi.org/10.1111/IGC.0b013e3181c10513
http://www.ncbi.nlm.nih.gov/pubmed/19955911
http://dx.doi.org/10.1038/bjc.2013.795
http://www.ncbi.nlm.nih.gov/pubmed/24366298
http://dx.doi.org/10.3322/caac.20113
http://dx.doi.org/10.1016/j.jconrel.2016.02.008
http://dx.doi.org/10.1038/nrd2280
http://dx.doi.org/10.3390/cells3020517
http://dx.doi.org/10.1111/jop.12843
http://dx.doi.org/10.3390/molecules24050995
http://dx.doi.org/10.1016/j.freeradbiomed.2012.08.012
http://dx.doi.org/10.2147/DDDT.S128727
http://www.ncbi.nlm.nih.gov/pubmed/28479852
http://dx.doi.org/10.3389/fimmu.2017.01612
http://www.ncbi.nlm.nih.gov/pubmed/29230213
http://dx.doi.org/10.3389/fimmu.2018.03083
http://www.ncbi.nlm.nih.gov/pubmed/30662442
http://dx.doi.org/10.3389/fonc.2019.01087
http://www.ncbi.nlm.nih.gov/pubmed/31681615
http://dx.doi.org/10.3109/10715761003667554
http://www.ncbi.nlm.nih.gov/pubmed/20370557
http://dx.doi.org/10.1016/j.bbabio.2006.04.029
http://dx.doi.org/10.1016/j.sbi.2019.03.001
http://dx.doi.org/10.1089/ars.2010.3497
http://dx.doi.org/10.1152/ajprenal.00462.2014
http://dx.doi.org/10.1016/j.ceca.2016.03.007
http://dx.doi.org/10.1163/156856005774423737
http://www.ncbi.nlm.nih.gov/pubmed/16259736
http://dx.doi.org/10.1016/j.eururo.2005.05.018
http://www.ncbi.nlm.nih.gov/pubmed/15992990

Cancers 2020, 12, 1702 13 of 15

23.

24.
25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

Sanchez, M.G.; Sanchez, A.M.; Collado, B.; Malagarie-Cazenave, S.; Olea, N.; Carmena, M.].; Prieto, ].C.;
Diaz-Laviada, I. Expression of the transient receptor potential vanilloid 1 (trpv1) in Incap and pc-3 prostate
cancer cells and in human prostate tissue. Eur. |. Pharmacol. 2005, 515, 20-27. [CrossRef]

Nilius, B. Trp channels in disease. Biochim. Biophys. Acta Mol. Basis Dis. 2007, 1772, 805-812. [CrossRef]
Czifra, G.; Varga, A.; Nyeste, K.; Marincsak, R.; Toth, B.I.; Kovacs, I.; Kovacs, L.; Biro, T. Increased expressions
of cannabinoid receptor-1 and transient receptor potential vanilloid-1 in human prostate carcinoma. J. Cancer
Res. Clin. Oncol. 2009, 135, 507-514. [CrossRef] [PubMed]

Santoni, G.; Caprodossi, S.; Farfariello, V.; Liberati, S.; Gismondi, A.; Amantini, C. Antioncogenic effects of
transient receptor potential vanilloid 1 in the progression of transitional urothelial cancer of human bladder.
ISRN Urol. 2012, 2012. [CrossRef] [PubMed]

Lozano, C.; Cordova, C.; Marchant, I.; Zuniga, R.; Ochova, P.; Ramirez-Barrantes, R.; Gonzalez-Arriagada, W.A.;
Rodriguez, B.; Olivero, P. Intracellular aggregated trpv1 is associated with lower survival in breast cancer
patients. Breast Cancer (Dove Med Press) 2018, 10, 161-168. [CrossRef]

Liu, N.C.; Hsieh, P.E; Hsieh, M.K.; Zeng, Z.M.; Cheng, H.L.; Liao, ] W.; Chueh, PJ. Capsaicin-mediated tnox
(enox2) up-regulation enhances cell proliferation and migration in vitro and in vivo. J. Agric. Food Chem.
2012, 60, 2758-2765. [CrossRef]

Zhang, R.; Humphreys, I.; Sahu, R.P; Shi, Y.; Srivastava, S.K. In vitro and in vivo induction of apoptosis by
capsaicin in pancreatic cancer cells is mediated through ros generation and mitochondrial death pathway.
Apoptosis 2008, 13, 1465-1478. [CrossRef]

Amantini, C.; Ballarini, P.; Caprodossi, S.; Nabissi, M.; Morelli, M.B.; Lucciarini, R.; Cardarelli, M.A.;
Mammana, G.; Santoni, G. Triggering of transient receptor potential vanilloid type 1 (trpv1) by capsaicin
induces fas/cd95-mediated apoptosis of urothelial cancer cells in an atm-dependent manner. Carcinogenesis
2009, 30, 1320-1329. [CrossRef]

Liu, T.; Wang, G.; Tao, H.; Yang, Z.; Wang, Y.; Meng, Z.; Cao, R.; Xiao, Y.; Wang, X.; Zhou, ]. Capsaicin
mediates caspases activation and induces apoptosis through p38 and jnk mapk pathways in human renal
carcinoma. BMC Cancer 2016, 16, 790. [CrossRef]

Xu, S.; Zhang, L.; Cheng, X.; Yu, H.; Bao, J.; Lu, R. Capsaicin inhibits the metastasis of human papillary
thyroid carcinoma bepap cells through the modulation of the trpv1 channel. Food Funct. 2018, 9, 344-354.
[CrossRef]

Chien, C.S.; Ma, K.H.; Lee, H.S,; Liu, PS,; Li, YH.; Huang, Y.S.; Chueh, S.H. Dual effect of capsaicin on cell
death in human osteosarcoma g292 cells. Eur. J. Pharmacol. 2013, 718, 350-360. [CrossRef] [PubMed]
Amantini, C.; Mosca, M.; Nabissi, M.; Lucciarini, R.; Caprodossi, S.; Arcella, A.; Giangaspero, F.; Santoni, G.
Capsaicin-induced apoptosis of glioma cells is mediated by trpv1 vanilloid receptor and requires p38 mapk
activation. J. Neurochem. 2007, 102, 977-990. [CrossRef] [PubMed]

Lv, L.; Zhuang, Y.X.; Zhang, HW.; Tian, N.N.; Dang, W.Z.; Wu, S.Y. Capsaicin-loaded folic acid-conjugated
lipid nanoparticles for enhanced therapeutic efficacy in ovarian cancers. Biomed. Pharmacother. 2017, 91,
999-1005. [CrossRef] [PubMed]

Hartel, M.; Di Mola, EF.; Selvaggi, F.; Mascetta, G.; Wente, M.N.; Felix, K.; Giese, N.A.; Hinz, U;
Di Sebastiano, P.; Buchler, M.W.; et al. Vanilloids in pancreatic cancer: Potential for chemotherapy
and pain management. Gut 2006, 55, 519-528. [CrossRef]

Yang, Y.; Guo, W.; Ma, J.; Xu, P.; Zhang, W.; Guo, S.; Liu, L.; Ma, ]J.; Shi, Q.; Jian, Z,; et al. Downregulated
trpv1 expression contributes to melanoma growth via the calcineurin-atf3-p53 pathway. J. Invest. Dermatol.
2018, 138, 2205-2215. [CrossRef]

Teng, H.P; Huang, CJ.; Yeh, ] H,; Hsu, S.S.; Lo, Y.K,; Cheng, ].S.; Cheng, H.H.; Chen, ].S.; Jiann, B.P;
Chang, H.T.; et al. Capsazepine elevates intracellular ca2+ in human osteosarcoma cells, questioning its
selectivity as a vanilloid receptor antagonist. Life Sci. 2004, 75, 2515-2526. [CrossRef]

Huang, ] K.; Cheng, H.H.; Huang, C.J.; Kuo, C.C.; Chen, W.C,; Liu, S.I; Hsu, S.S.; Chang, H.T.; Lu, Y.C,;
Tseng, L.L.; et al. Effect of capsazepine on cytosolic ca(2+) levels and proliferation of human prostate cancer
cells. Toxicol In Vitro 2006, 20, 567-574. [CrossRef]

Gonzales, C.B.; Kirma, N.B.; De La Chapa, ].].; Chen, R.; Henry, M.A_; Luo, S.; Hargreaves, K.M. Vanilloids
induce oral cancer apoptosis independent of trpv1. Oral Oncol. 2014, 50, 437-447. [CrossRef]

Cao, S.S.; Kaufman, R.J. Endoplasmic reticulum stress and oxidative stress in cell fate decision and human
disease. Antioxid. Redox. Sign. 2014, 21, 396-413. [CrossRef] [PubMed]


http://dx.doi.org/10.1016/j.ejphar.2005.04.010
http://dx.doi.org/10.1016/j.bbadis.2007.02.002
http://dx.doi.org/10.1007/s00432-008-0482-3
http://www.ncbi.nlm.nih.gov/pubmed/18830626
http://dx.doi.org/10.5402/2012/458238
http://www.ncbi.nlm.nih.gov/pubmed/22523714
http://dx.doi.org/10.2147/BCTT.S170208
http://dx.doi.org/10.1021/jf204869w
http://dx.doi.org/10.1007/s10495-008-0278-6
http://dx.doi.org/10.1093/carcin/bgp138
http://dx.doi.org/10.1186/s12885-016-2831-y
http://dx.doi.org/10.1039/C7FO01295K
http://dx.doi.org/10.1016/j.ejphar.2013.08.011
http://www.ncbi.nlm.nih.gov/pubmed/24012930
http://dx.doi.org/10.1111/j.1471-4159.2007.04582.x
http://www.ncbi.nlm.nih.gov/pubmed/17442041
http://dx.doi.org/10.1016/j.biopha.2017.04.097
http://www.ncbi.nlm.nih.gov/pubmed/28525949
http://dx.doi.org/10.1136/gut.2005.073205
http://dx.doi.org/10.1016/j.jid.2018.03.1510
http://dx.doi.org/10.1016/j.lfs.2004.04.037
http://dx.doi.org/10.1016/j.tiv.2005.09.014
http://dx.doi.org/10.1016/j.oraloncology.2013.12.023
http://dx.doi.org/10.1089/ars.2014.5851
http://www.ncbi.nlm.nih.gov/pubmed/24702237

Cancers 2020, 12, 1702 14 of 15

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

Yadav, RK.; Chae, SW.; Kim, H.R.; Chae, H.]. Endoplasmic reticulum stress and cancer. J. Cancer Prev. 2014,
19, 75-88. [CrossRef] [PubMed]

Tabas, I.; Ron, D. Integrating the mechanisms of apoptosis induced by endoplasmic reticulum stress.
Nat. Cell Biol. 2011, 13, 184-190. [CrossRef] [PubMed]

Gardner, B.M.; Pincus, D.; Gotthardt, K.; Gallagher, C.M.; Walter, P. Endoplasmic reticulum stress sensing in
the unfolded protein response. Cold Spring Harb. Perspect. Biol. 2013, 5. [CrossRef]

Iurlaro, R.; Munoz-Pinedo, C. Cell death induced by endoplasmic reticulum stress. FEBS |. 2016, 283, 2640-2652.
[CrossRef] [PubMed]

Indran, IR ; Tufo, G.; Pervaiz, S.; Brenner, C. Recent advances in apoptosis, mitochondria and drug resistance
in cancer cells. Biochim. Biophys. Acta. Bioenerg. 2011, 1807, 735-745. [CrossRef]

Puthalakath, H.; O'Reilly, L.A.; Gunn, P; Lee, L.; Kelly, PN.; Huntington, N.D.; Hughes, P.D.; Michalak, E.M.;
McKimm-Breschkin, J.; Motoyama, N.; et al. Er stress triggers apoptosis by activating bh3-only protein bim.
Cell 2007, 129, 1337-1349. [CrossRef]

Miller, W.H., Jr.; Schipper, H.M.; Lee, ].S.; Singer, J.; Waxman, S. Mechanisms of action of arsenic trioxide.
Cancer Res. 2002, 62, 3893-3903.

Parkinson, E.I; Hergenrother, P.J. Runaway ros as a selective anticancer strategy. ChemMedChem 2011, 6,
1957-1959. [CrossRef]

Taha, M\ML.E.; Sheikh, B.Y.; Salim, L.Z.A.; Mohan, S.; Khan, A.; Kamalidehghan, B.; Ahmadipour, F;
Abdelwahab, S.I. Thymoquinone induces apoptosis and increase ros in ovarian cancer cell line. Cell. Mol. Biol.
2016, 62, 97-101.

Li, Z.; Huang, L.; Wei, L.; Hou, Z.; Ye, W.; Huang, S. Chaetocin induces caspase-dependent apoptosis in
ovarian cancer cells via the generation of reactive oxygen species. Oncol. Lett. 2019, 18, 1915-1921. [CrossRef]
[PubMed]

Juhasz, A.; Ge, Y,; Markel, S.; Chiu, A.; Matsumoto, L.; van Balgooy, J.; Roy, K.; Doroshow, ].H. Expression of
nadph oxidase homologues and accessory genes in human cancer cell lines, tumours and adjacent normal
tissues. Free Radic. Res. 2009, 43, 523-532. [CrossRef] [PubMed]

Chan, E.C,; Jiang, F; Peshavariya, HM.; Dusting, G.J. Regulation of cell proliferation by nadph
oxidase-mediated signaling: Potential roles in tissue repair, regenerative medicine and tissue engineering.
Pharmacol. Therapeut. 2009, 122, 97-108. [CrossRef] [PubMed]

Carmona-Cuenca, I.; Roncero, C.; Sancho, P.; Caja, L.; Fausto, N.; Fernandez, M.; Fabregat, I. Upregulation
of the nadph oxidase nox4 by tgf-beta in hepatocytes is required for its pro-apoptotic activity. J. Hepatol.
2008, 49, 965-976. [CrossRef] [PubMed]

Morre, D.J.; Chueh, PJ.; Morre, D.M. Capsaicin inhibits preferentially the nadh oxidase and growth of
transformed cells in culture. Proc. Natl. Acad. Sci. USA 1995, 92, 1831-1835. [CrossRef] [PubMed]

Torres, M.; Forman, H.J. Redox signaling and the map kinase pathways. Biofactors 2003, 17, 287-296.
[CrossRef]

Dhillon, A.S.; Hagan, S.; Rath, O.; Kolch, W. Map kinase signalling pathways in cancer. Oncogene 2007, 26,
3279-3290. [CrossRef]

Haagenson, K.K.,; Wu, G.S. Mitogen activated protein kinase phosphatases and cancer. Cancer Biol. Ther.
2010, 9, 337-340. [CrossRef]

Marshall, C.J. Specificity of receptor tyrosine kinase signaling: Transient versus sustained extracellular
signal-regulated kinase activation. Cell 1995, 80, 179-185. [CrossRef]

Kyriakis, ].M.; Avruch, ]. Protein kinase cascades activated by stress and inflammatory cytokines. Bioessays
1996, 18, 567-577. [CrossRef]

Hill, C.S.; Treisman, R. Transcriptional regulation by extracellular signals: Mechanisms and specificity. Cell
1995, 80, 199-211. [CrossRef]


http://dx.doi.org/10.15430/JCP.2014.19.2.75
http://www.ncbi.nlm.nih.gov/pubmed/25337575
http://dx.doi.org/10.1038/ncb0311-184
http://www.ncbi.nlm.nih.gov/pubmed/21364565
http://dx.doi.org/10.1101/cshperspect.a013169
http://dx.doi.org/10.1111/febs.13598
http://www.ncbi.nlm.nih.gov/pubmed/26587781
http://dx.doi.org/10.1016/j.bbabio.2011.03.010
http://dx.doi.org/10.1016/j.cell.2007.04.027
http://dx.doi.org/10.1002/cmdc.201100381
http://dx.doi.org/10.3892/ol.2019.10507
http://www.ncbi.nlm.nih.gov/pubmed/31423261
http://dx.doi.org/10.1080/10715760902918683
http://www.ncbi.nlm.nih.gov/pubmed/19431059
http://dx.doi.org/10.1016/j.pharmthera.2009.02.005
http://www.ncbi.nlm.nih.gov/pubmed/19285105
http://dx.doi.org/10.1016/j.jhep.2008.07.021
http://www.ncbi.nlm.nih.gov/pubmed/18845355
http://dx.doi.org/10.1073/pnas.92.6.1831
http://www.ncbi.nlm.nih.gov/pubmed/7892186
http://dx.doi.org/10.1002/biof.5520170128
http://dx.doi.org/10.1038/sj.onc.1210421
http://dx.doi.org/10.4161/cbt.9.5.11217
http://dx.doi.org/10.1016/0092-8674(95)90401-8
http://dx.doi.org/10.1002/bies.950180708
http://dx.doi.org/10.1016/0092-8674(95)90403-4

Cancers 2020, 12, 1702 15 of 15

62. Xia, Z.; Dickens, M.; Raingeaud, J.; Davis, R.J.; Greenberg, M.E. Opposing effects of erk and jnk-p38 map
kinases on apoptosis. Science 1995, 270, 1326-1331. [CrossRef] [PubMed]

63. Johnson, N.L.; Gardner, A.M.; Diener, K.M.; Lange-Carter, C.A.; Gleavy, ].; Jarpe, M.B.; Minden, A.; Karin, M.;
Zon, L.I; Johnson, G.L. Signal transduction pathways regulated by mitogen-activated/extracellular response
kinase kinase kinase induce cell death. J. Biol. Chem. 1996, 271, 3229-3237. [CrossRef] [PubMed]

® © 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).



http://dx.doi.org/10.1126/science.270.5240.1326
http://www.ncbi.nlm.nih.gov/pubmed/7481820
http://dx.doi.org/10.1074/jbc.271.6.3229
http://www.ncbi.nlm.nih.gov/pubmed/8621725
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	DWP05195 Stimulates Caspase-Dependent Apoptosis in Human Ovarian Cancer Cells 
	ER Stress is Involved in DWP05195-Induced Apoptosis 
	CHOP Upregulation by DWP05195 Stimulates Both Intrinsic and Extrinsic Apoptosis Pathways 
	DWP05195 Induces ER Stress-Dependent Apoptosis by ROS Upregulation and p38 Activation 
	DWP05195 Regulates the Intracellular ROS Levels Through NADPH Oxidase 

	Discussion 
	Materials and Methods 
	Cell Lines and Materials 
	MTT Assay 
	Annexin V and Propidium Iodide (PI) Double Staining for Apoptosis Analysis 
	Western Blot Analysis 
	Determination of Endoplasmic Reticulum Stress 
	Detction of Intracellular Reactive Oxygen Species 
	RNA Inteference for Gene Knockdown 
	Real-Time Reversed Transcription-PCR 
	Statistical Analysis 

	Conclusions 
	References

