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Abstract

Gastric cancer is the fourth most common cancer in the world. The clinical applications of both chemotherapy and targeted drugs are limited
because of the complexity of gastric cancer. In this study, sulforhodamine B, colony formation assay, 4’,6-diamidino-2-phenylindole (DAPI)
stain, flow cytometry were used to determine the in vitro cytotoxicity, apoptosis and mitochondrial membrane potential of gastric cancer AGS
and HGC-27 cells before and after treatment. Real-time PCR and Western blot were used to analyse the mRNA transcription and protein expres-
sion respectively. Confocal microscopy was used to determine the localization of target protein within the cells. Treatment with the combination
of ABT-737 and 2,5-dimethyl-celecoxib (DMC) showed strong synergistic effect in both AGS and HGC-27 cells. Moreover, DMC would not influ-
ence the intracellular prostaglandin E2 (PGE2) level, thus lacking the toxicity profile of celecoxib. Interestingly, given the significant synergistic
effect, combination treatment did not affect the protein expression of BH-3 proteins including Puma, Noxa and Bim. In combination treatment,
cell apoptosis was found independent of caspase-3 activation. The translocation of apoptosis-inducing factor (AIF) from mitochondrion to
nuclear was responsible for the induced apoptosis in the combination treatment. Taken together, this study provided a novel combination treat-
ment regimen for gastric cancer. Furthermore, the existence of caspase-independent apoptotic pathway induced by treatment of ABT-737 was
not yet seen until combined with DMC, which shed light on an alternative mechanism involved in Bcl-2 inhibitor-induced apoptosis.
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Introduction

Gastric cancer (GC) is the fourth most common cancer and the sec-
ond leading cause of cancer-related death worldwide [1]. Gastric can-
cer is often diagnosed at advanced stage in most patients and the
prognosis is yet very poor, with an average of 20% 5-year overall sur-
vival [2, 3]. Despite tremendous efforts in the worldwide clinical trials
of adjuvant chemotherapy treating GG, it is still controversial in GC
standard chemotherapy regimen because of the complexity of GC
stage [4]. Therefore, exploring efficacious compounds and
chemotherapy regimens for GC are predominant problems which
scientists will urgently set out to solve in the near future.
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Overexpression of anti-apoptotic Bcl-2 family proteins such as
Bcl-2, Bel-xL and Mcl-1 is closely associated with tumor initiation,
progression and chemoresistance [5, 6]. To abrogate these pro-survi-
val proteins, Bcl-2/Bcl-xL inhibitor ABT-737 and its orally available
compound ABT-263 are developed, and has achieved satisfied results
in both preclinical experiments and clinical trials [7]. However, either
ABT-737 or ABT-263 lacks the binding affinity to Mcl-1, which makes
the Mcl-1 up-regulated cancer cells resistant to ABT-737 and ABT-
263, thus limiting their clinical applications as a single agent [8, 9].
Therefore, diminishing the expression of Mcl-1 has become an effec-
tive strategy to re-sensitize resistant cancer cells to ABTSs, and there-
fore can potentially broaden the clinical application of ABTs [10, 11].

Cyclooxygenase-2 (COX-2) is an essential factor in cancer promo-
tion and progression. Major efforts have been devoted to target COX-
2 to reduce tumor growth, invasion and metastasis [12, 13].
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However, the clinical application of COX-2 inhibitors, such as cele-
coxib, was substantially limited because of their detrimental cardio-
vascular side effects at pharmaceutical doses [14].Recently, it is
found that celecoxib can exert its anticancer effects through COX-2-
independent pathways, implying a promising alternative strategy
using celecoxib analogues [15]. 2,5-dimethyl-celecoxib (DMC) is an
analogue of celecoxib, but lacks COX-2-inhibitory activity[16]. Studies
have demonstrated that aggravated endoplasmic reticulum stress (ER
stress), anti-angiogenisis, induction of apoptosis and inhibition of cell
cycle progression are independently involved in the antitumor activity
of DMC [17-20]. Notably, DMC caused cell death is found to be asso-
ciated with down-regulation of Mcl-1 protein expression in leukaemic
cells [17], which inspires us that DMC can potentially synergize with
ABT-737 through the regulation of Mcl-1 level.

The aim of this study is to investigate whether DMC would sensi-
tize GC cells to ABT-737 by regulating the Mcl-1 level. We here
showed that DMC exhibited stronger synergistic effect than celecoxib
in combination with ABT-737 in GC cells. The apoptosis induced by
combination treatment of DMC and ABT-737 was independent of
either ER stress or BH3-only proteins, and was closely correlated with
the Mcl-1 protein level. Notably, caspase pathway activation was not
a predominant event in the combination treatment-induced apoptosis.
Instead, the translocation of apoptosis-inducing factor (AIF) from
cytosol to nucleus determined cell fate in such apoptosis. In conclu-
sion, our data not only suggested a potentially effective chemotherapy
regimen for GG, but also elucidated a caspase-independent apoptosis
pathway that involved in DMC and ABT-737 combination treatment.

Materials and methods

Materials and cell culture

F12, RPMI-1640 medium and foetal bovine serum (FBS) were purchased
from Gibco, BRL (Grand Island, NY, USA). PGE2 ELISA kit ADI-900-001
was purchased from Enzolifesciences (Farmingdale, NY, USA). Hoechst
33258 was purchased from Sigma-Aldrich (St Louis, MO, USA). The
Annexin V-FITC Apoptosis Kit was purchased from Becton Dickinson
(Franklin Lakes, NJ, USA). Mitochondrial Membrane Potential Assay Kit
was purchased from Beyotime Biotechnology (Jiangsu, China). The pri-
mary antibodies against ATF-4, Chop, Bax, Bcl-2, Mcl-1, Puma, Noxa,
Bim, Bak, procaspase-3, active caspase-3, procaspase-9, poly ADP-
ribose polymerase (PARP) and B-actin were purchased from Abcam Inc.
(Cambridge, MA, USA). Human gastric carcinoma cell line AGS and
HGC-27 cells were purchased from Shanghai Institutes for Biological
Sciences, CAS (Shanghai, China). Cells were cultured with F12 or RPMI
1640 medium containing 10% FBS and 1% penicillin/streptomycin at
37°C, 5% €O, humidified atmosphere. Both ABT-737 and DMC were dis-
solved in Dimethyl sulfoxide (DMSO) at the concentration of 100 mM.

Cell viability assay

Cell viability was determined by sulforhodamine B (SRB) Assay. After
the incubation period, cell monolayers were fixed with 10% (wt/vol) tri-
chloroacetic acid and stained for 1 hr at 4°C. The plates were washed
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five times with deionized water, and then dried in an oven at 60°C.
When completely dry, 50 ul of SRB was added to each well for
20 min., and then the excess dye was removed by washing five times
with 1% (vol/vol) acetic acid, followed by further drying in an oven at
60°C. The protein-bound dye was dissolved in 10 mM Tris-base solu-
tion for OD determination at 510 nm by a Multiskan Spectrum (Thermo
Electron Corporation, Marietta, OH, USA). Cell viability was calculated
for each well as [OD510 treated cells/OD510 control cells] x 100%.
Assays were performed on three independent experiments.

Calculation of combination Index

The synergistic effects of ABT-737 and DMC/Celecoxib were quantita-
tively assessed by calculation of combination index (Cl) using Cal-
cusyn® (Great Shelford, Cambridge, UK). Cl <1, Cl =1 and Cl > 1
indicate synergism, additive effect and antagonism respectively.

Colony formation assay

Both AGS and HGC-27 cells were seeded into 6-well plates at the den-
sity of 1000/well and incubated for 48 hrs. Cells were then treated with
indicated concentrations of compounds. After a 10-day culture period,
cells were fixed with 4% paraformaldehyde for 15 min. and stained with
Giemsa solution for another 15 min. The visible colonies were pho-
tographed by ChemiDoc XPS system (Bio-Rad, Hercules, CA, USA).

In vitro PGE2 assay

In vitro PGE2 assay was performed as described by the manufacturer’s
instruction. Briefly, AGS and HGC-27 cells were seeded in 10-cm dish at the
density of 1 x 10° cells/dish and cultured for 24 hrs. Cells were then trea-
ted with celecoxib or DMC at the concentration of 5 pM for another 24 hrs.
Cells were collected and washed with PBS twice before undergoing frozen-
thawed cycles for six times between liquid nitrogen and 37°C water bath.
The resultant was centrifuged at 14,500 x g. for 30 min. Portion of the col-
lected supernatant was used to measure the protein concentration by
bicinchoninic acid (BCA) assay. The remaining supernatant underwent PGE,
determination. PGE, concentration was normalized by protein concentration.

Detection of mitochondrial membrane potential

Mitochondrial membrane potential was visualized by 5,5,6,6'-tetra-
chloro-1,1",3,3' tetraethyl-imidacarbocyanine iodide (JC-1) stain. Cells
were seeded into 6-well plates at the density of 3 x 10%well, and cul-
tured for 24 hrs. After treatment, cells were collected, washed with PBS
and incubated with JC-1 for 15 min. at 37°C. After washing off the dye,
cells were immediately analysed using a flow cytometry (Becton Dickin-
son). Assays were performed on three independent experiments.

Hoechst 33342 stain

Both AGS and HGC-27 cells (2 x 10* cells/well) were cultured in
24-well plates. After treatment, cells were fixed with 4% paraformalde-
hyde for 20 min., and stained with Hoechst 33342 for 20 min. at 37°C.
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After wash with PBS, cells were observed under a fluorescence micro-
scope (Nikon, Ti-E, Japan).

Apoptosis assay

Exponentially growing cells were seeded in 6-well plates (4 x 10%well) and
cultured overnight in a 5% CO, atmosphere at 37°C. After treatment with
indicated compounds for 24 hrs, cells were harvested and washed with
PBS. Cells were then stained with Annexin V-FITC Apoptosis Kit according
to the manufacturer’s instructions and analysed by flow cytometry (Becton
Dickinson). Assays were performed on three independent experiments.

Cytosolic calcium concentration determination

Exponentially growing cells were seeded in 6-well plates (4 x 104/Well)
and cultured overnight in a 5% CO, atmosphere at 37°C. After
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treatment with indicated compounds for 6 hrs, cells were harvested and
co-cultured with Fluo-3 AM at 37°C for 45 min. Cells were then col-
lected and suspended in PBS, followed by flow cytometric analysis at
an excitation wavelength of 488 nm.

Silencing of gene expression with small
interfering RNA

Exponentially growing cells were seeded in 6-well plates (4 x 10%well)
and cultured overnight in a 5% CO, atmosphere at 37°C. The medium
was then replaced with Opti-MEM | Reduced Serum Media (Gibco) con-
taining 20.0 nM Mcl-1 small interfering RNA (siRNA; GenePharma,
Shanghai, China) and oligofectamine reagent (Invitrogen™; Thermofisher
Scientific, Waltham, MA, USA) according to manufacturer’'s recommen-
dations. Forty-eight hours after transfection, cells were harvested or
treated with DMSO vehicle, serial concentrations of ABT-737, DMC or
the combination.
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Fig. 1 The inhibitory effect of celecoxib, DMC, ABT-737 or the combination on two human gastric cancer cell lines. AGS (A) and HGC-27 (B)
cells were seeded in 96-well plates and then treated with celecoxib, DMC, ABT-737 or the combination as indicated. Treatment was
washed off after 24 hrs and cell viability was calculated using SRB assay. (C) AGS and HGC-27 cells were seeded in 6-well plates and
cultured for 48 hrs and co-cultured with DMC, ABT-737 or the combination for another 10 days. Cell colonies were fixed by formalin, and
visualized by Giemsa stain. (D) The cytosolic PGE2 concentration (normalized by protein concentration) in the presence of celecoxib (5 uM) or

DMC (5 uM) was determined using Elisa assay according to the
kP < 0.001.
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Table 1 The combination index (Cl) of DMC/Celecoxib and ABT-737
in AGS cells

J. Cell. Mol. Med. Vol 20, No 11, 2016

Table 2 The combination index (Cl) of DMC/Celecoxib and ABT-737
in HGC-27 cells

DMC (uM) ABT-737 (uM) cl Celecoxib (uM) ABT-737 (uM) Cl

5 15 0283 5 10 0.551
10 15 0157 10 10 0.528
15 15 0095 15 10 0.406
20 15 0013 20 10 0.286
Celecoxib (uM) ABT-737 (uM) cl DMC (M) ABT-737 (uM) cl

5 15 0.301 5 10 0.488
10 15 0152 10 10 0.432
15 15 0105 15 10 0.343
20 15 0.037 20 10 0.245

Real-time reverse transcriptase PCR

Total RNA was extracted from sample cells with TRIzol, precipitated with
isopropy! alcohol and rinsed with 70% ethanol. Single-strand cDNA was
prepared from the purified RNA using oligo (dT) priming (Invitrogen™;
Thermofisher Scientific), followed by SYBR-Green real-time PCR (Qiagen,
Hilden, Germany). The primers used are as follows: Mcl-1, 5'-GGGCAG-
GATTGTGACTCTCATT-3', 5'-GATGCAGCTTTCTTGGTTTATGG-3'; GAPDH,
5'-GAGTCAACGGATTTGGTCGT-3, 5'-TTGATTTTGGAGGGATCTCG-3'.

Western blot analysis

After treated with ABT-737, DMC or the combination, total proteins were
extracted using RIPA Lysing Buffer. An amount of 40 pg proteins were
subjected to 12% SDS-PAGE and transferred to PVDF Membrane (Bio-
Rad). The membranes were blocked with 5% non-fat milk at room tem-
perature for 1 hr, and then incubated with specific primary antibodies
overnight at 4°C. After washing with TBST, the membranes were incu-
bated with secondary antibodies at room temperature for another 1 hr.
The protein bands were visualized by adding ECL system WBKLS0050
(EMD Millipore, Billerica, MA, USA) and analysed using Bio-Rad Labora-
tories Quantity One software (Bio-Rad). Proteins from cytosolic and
nuclear extracts were separated by using Nuclear/Cytosol Fractionation
Kit (Biovision, Milpitas, CA, USA).

Immunofluorescence

AGS and HGC-27 cells were plated into Sigma Nunc® Lab-Tek® I
chambered coverglass 8 wells Sigma-Aldrich at 10,000 cells per cham-
ber in complete medium and incubated for 24 hrs before use. The med-
jum was replaced with ABT-737, DMC or the combination and then
cultured for 4 hrs. Cells were then rinsed with PBS twice before fixation
by 4% formaldehyde for 20 min. at room temperature. Cells were then
rinsed with PBS for three times and permeabilized by 0.2% Triton

© 2016 The Authors.

X-100 for 10 min. After washing with PBS, cells were blocked by 5%
BSA for 30 min. and incubated with primary antibody overnight at 4°C.
Cells were washed by PBS and incubated with secondary antibody (Goat
Anti-Rabbit 1gG H&L, Alexa Fluor® 594; Abcam Inc.) for 30 min. The
slides were sealed with coverglasses using ProLong® Gold antifade
reagent with DAPI (Invitrogen™; Thermofisher Scientific), and immedi-
ately observed by confocal microscope (Leica SP8; Leica, Wetzlar, Ger-
many). Apoptosis-inducing factor was visualized by excitation at
552 nm and its fluorescence emission was observed using a 570-
710 nm band-pass filter. DAPI was excited at 405 nm and the emission
was detected ranging from 420 to 540 nm.

Statistical analysis

The results are expressed as the mean & S.D. of at least three indepen-
dent experiments. Differences between means were analysed using Stu-
dent’s t-test and were considered statistically significant when P < 0.05.
Graphs were prepared using SigmaPlot 12.0 software (Systat Software,
Inc. San Jose, CA, USA).

Results

Cytotoxicity of ABT-737 and DMC/Celecoxib in
human GC cells

The cytotoxicity of ABT-737, DMC/Celecoxib or the combination was
determined by SRB assay in two human GC cell lines AGS (Fig. 1A)
and HGC-27 (Fig. 1B) cells. In comparison with ABT-737 or DMC/Cele-
coxib mono-treatment, the combination of ABT-737 and DMC/Cele-
coxib exhibited much stronger anti-proliferation effects in both AGS
and HGC-27 cells. At the same concentrations, the combination of
ABT-737 and DMC showed higher cytotoxicity than the combination of
ABT-737 and Celecoxib in both cell lines. Combination index values
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were calculated by Calcusyn Software (Tables 1 and 2). The ClI values
from ABT-737 and DMC were literally lower than that of ABT-737 and
Celecoxib. Synergy (Cl <0.70) or strong synergy (Cl <0.30) was
observed in both cell lines. In addition, the combination of DMC and
ABT-737 obviously inhibited the formation of cell colony (Fig. 1C).
Interestingly, as a typical COX-2 inhibitor, Celecoxib significantly dimin-
ished the intracellular PGE2 level. In contrast, DMC scarcely affected
PGE?2 level under the same treatment condition (Fig. 1D).

ABT-737 synergized with DMC to trigger
apoptosis

As DMC were reported to induce apoptosis in cancer cells, the syner-
gistic effects of ABT-737 and DMC on apoptosis were determined in

both AGS and HGC-27 cells. Annexin V/PI staining was used to char-
acterize the early and late apoptotic cells after cells were treated with
indicated concentrations of ABT-737, DMC or the combination for
24 hrs. In AGS cells, the mono-treatment of ABT-737 or DMC resulted
in an overall apoptosis rate of 23% and 4% respectively (Fig. 2A).
While cells were treated with the combination of ABT-737 and DMC,
the proportion of apoptotic cells increased to 50%. In HGC-27 cells,
the combination of ABT-737 and DMC also achieved higher apoptosis
rate than mono-treatment. The treatment of ABT-737 or DMC resulted
in an overall apoptosis rate of 22% and 6% respectively (Fig. 2B),
while the combination treatment induced a 36% apoptosis rate.

The morphology change in cell nucleus was observed by DAPI
staining after treatment with ABT-737, DMC or the combination for
24 hrs (Fig. 2C). Compared to untreated cells, the fluorescence
intensity slightly elevated in the mono-treated cells, indicating the
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Fig. 2DMC, ABT-737 and combination induced apoptosis in AGS and HGC-27 cells. AGS (A) and HGC-27 (B) cells were seeded in 6-well plate and
cultured for 24 hrs. Cells were treated with DMC, ABT-737 and combination for 24 hrs before staining and followed by flow cytometric analysis.
Three independent experiments were quantitatively analysed. (C) AGS and HGC-27 cells were seeded in 6-well plate and cultured for 24 hrs. Cells
were treated with DMC, ABT-737 and combination for 24 hrs before DAPI stain and observed under fluorescence microscopy. Each bar represented

the mean + S.D. *P < 0.05, **P < 0.01, ***P < 0.001.
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condensed nucleus after mono-treatment. In the combination treat-
ment group, not only the cell number greatly diminished, apoptotic
bodies were prevalent in the observation field (Yellow arrows in
Fig. 2C).

Mitochondrion plays a pivotal role in the
apoptosis induced by the combination of ABT-
737 and DMC

The mitochondrial membrane potential in the cells exposed to ABT-
737, DMC or the combination for 12 hrs was examined by JC-1 stain-
ing. The proportion of cells shifting from red to green fluorescence
suggested the cells undergoing mitochondrial depolarization. In
12 hrs-treated AGS and HGC-27 cells, moderate proportions of cells
changed to green fluorescence in mono-treatment groups. After com-
bination treatment with ABT-737 and DMC, over 80% AGS cells

J. Cell. Mol. Med. Vol 20, No 11, 2016

exhibited depolarized mitochondrial membrane potential (Fig. 3A),
and more than 20% HGC-27 cells showed significantly decreased
potential (Fig. 3B).

Furthermore, fundamental proteins that dictated the fate of mito-
chondrion including Bax, Bcl-2, Mcl-1, Bim, Bak, Noxa and Puma
were detected (Fig. 3C), and the mean intensity of each band was
quantitatively analysed (Figs S2 and S3). The Bax/Bcl-2 expression
ratio which was quantitatively analysed (Fig. S1) only showed moder-
ate increase after combination treatment with ABT-737 and DMC. Sur-
prisingly, the up-regulation of BH-3 proteins including Puma, Noxa and
Bim, was not seen after either mono- or combination treatment
(Figs S2 and S3). In addition, another apoptosis effector Bak was
found unchanged by comparing the mono-treatment and the combina-
tion treatment. As DMC was reported to trigger ER stress-mediated
apoptosis, we then detected the cytosolic calcium concentrations and
symbolic proteins indicating ER stress [21]. Not surprisingly, the com-
bination treatment of DMC and ABT-737 triggered enhanced cytosolic
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Fig. 3DMC, ABT-737 and combination disrupted mitochondrial membrane potential and its regulatory proteins. JC-1 stain was used to detect the
mitochondrial membrane potential after 4 hrs treatment with indicated compounds in AGS cells (A) and HGC-27 cells (B), followed by flow cytomet-
ric analysis. After treatment with DMC, ABT-737 or the combination for 12 hrs, cells were lysed and total protein was collected for Western blot
assay (C). Each bar represented the mean & S.D. *P < 0.05, ***P < 0.001.
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calcium concentration in both AGS and HGC-27 cells (marked in green,
Fig. 4A). The combination treatment resulted in very significant
increase in cytosolic calcium concentration by comparing with
ABT-737-treated cells (Fig. 4B). Meanwhile, ATF-4 was dramatically
up-regulated in both mono-treated and the combination-treated cells,
suggesting the occurrence of ER stress (Fig. 4C, Fig. S3). However,
the protein expression of CHOP remained unchanged during the treat-
ment, suggesting that ER stress might not be involved in ABT-737 and
DMC-induced apoptosis (Fig. 4C, Fig. S4).

Mcl-1 expression level dictates the cell fate
under the combination of ABT-737 and DMC

Constant Bcl-2 inhibition would eventually end up with overexpression
of Mcl-1, and then acquire resistance to ABT-737. Therefore, the

elimination of Mcl-1 could not only sensitize cells to ABT-737, but also
potentially reverse ABT-737 resistance. Treatment with the combina-
tion of ABT-737 and DMC for 6 hrs did not affect the Mcl-1 mRNA
level. Interestingly, Mcl-1 mRNA level even increased after 24 hrs
treatment of the combination, which probably because of the intracel-
lular Mcl-1 positive feedback loop (Fig. 5A). As expected, knockdown
of Mcl-1 by siRNA could sensitize both AGS and HGC-27 cells to ABT-
737 mono-treatment, and the combination of ABT-737 and DMC,
meanwhile having no influence on the cytotoxicity of DMC (Fig. 5B).
To understand the post-translational process of Mcl-1 under the
treatment of ABT-737 and DMC, protein synthesis inhibitor cyclohex-
imide (CHX) was utilized and Mcl-1 protein was examined. When cells
were pre-treated with 20 pug/ml of CHX for 2 hrs and co-cultured with
ABT-737 and DMC, the combination of ABT-737 and DMC signifi-
cantly diminished the protein expression level of Mcl-1 (Fig. 5C).
Within 2 hrs duration treatment of the combination, an expedited
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Fig. 4 The combination treatment of DMC and ABT-737 induced ER stress, but not the related apoptosis. Both AGS and HGC-27 cells were treated
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was collected for Western blot assay (C). Each bar represented the mean + S.D. **P < 0.01, ***P < 0.001.
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Fig. 5 Mcl-1 protein level determined the cytotoxicity of the combination of DMC and ABT-737. (A) Cell were treated with DMC, ABT-737 and the
combination treatment for 6 or 24 hrs, then cells were lysed and total mRNA were analysed by real-time gPCR. (B) Both AGS and HGC-27 cells
were transfected with Mcl-1 siRNA and scramble siRNA and cultured for 24 hrs. Cells were then treated with indicated compounds for 24 hrs and
viable cells were stained and quantitated by SRB assay. Each bar represents the mean + S.D. (C) Cells were co-treated with CHX, DMC, ABT-737or
the combination for 2 hrs before Western blot assay. (D) Cells were co-treated with CHX and the combination of DMC and ABT-737 for indicated

times. Mcl-1 protein level was determined by Western blot assay.

Mcl-1 degradation was seen at 1.5 and 2 hrs respectively in AGS and
HGC-27 cells (Fig. 5D).

AIF translocation is responsible for the
synergistic cytotoxicity

As shown in Figure 2, the combination treatment induced an obvi-
ous increased apoptosis rate in both AGS and HGC-27 cells. We
further explored the role of caspase pathway in this apoptosis. By
examining the protein level of caspase-3, caspase-9 and PARP, it
seemed that caspase pathway was moderately activated as a con-
sequence of the combination treatment (Fig. 6A). However, the
existence of pan-caspase inhibitor Boc-D-FMK failed to overturn
the cytotoxicity of either ABT-737 or DMC mono-treatment, or the
combination (Fig. 6B). Using confocal microscopy to sub-localize
the intracellular position of AIF, we surprisingly found that the

© 2016 The Authors.

combination treatment dramatically promoted the translocation of
AIF into cell nucleus, which was not observed with mono-treat-
ment under the same condition (Fig. 6D). In addition, we sepa-
rated the proteins from cytosolic and nuclear extracts, and
analysed the protein expression of AIF in both cytosolic and
nuclear proteins (Fig. 6C). Lamin B2 and tubulin were used as
internal protein loading controls for nuclear and cytosolic proteins
respectively. After 4 hrs treatment, the combination treatment
resulted in a 2.5- and 6.4-fold increase in AGS and HGC-27 cells
respectively, demonstrating the accumulation of AIF in cell nuclear
after combination treatment.

Discussion

ABT-737 is a typical small molecule inhibitor that has specific bind-
ing affinity to Bcl-2, Bel-xL and Bcel-w, but has low affinity to Mcl-
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Fig. 6 The combination of DMC and ABT-737 triggered caspase-independent apoptosis. (A) After treated with indicated compounds for 24 hrs, cells
were lysed and proteins were analysed by Western blot. (B) Cells were pre-cultured with Boc-D-FMK for 4 hrs before treatment. At the time of treat-
ment, cells were co-cultured with Boc-D-FMK and indicated compounds for another 8 hrs, followed by SRB cell viability assay. Each bar represented
the mean + S.D. (C) After treatment with DMC, ABT-737 or the combination for 4 hrs, proteins from cytosolic and nuclear extracts were separated
and analysed by Western blot assay. CE: cytosolic extracts; NE: nuclear extracts. (D) After treatment with DMC, ABT-737 or the combination for
4 hrs, cells were fixed, incubated with primary- and secondary antibody, followed by confocal microscopy.

1. This characteristic of ABT-737 has severely impeded its exten-
sive applications as a single agent in further applications [22]. An
efficacious strategy to overcome the drawbacks or enhance the
therapeutic effect of ABT-737 is to combine anticancer compounds
that obtained activity to abrogate Mcl-1 protein level, and these
combinations have been reported to achieve synergistic effect in
various cancer cell lines [23, 24].

Previous studies have suggested that the occurrence of ER
stress results in Mcl-1 degradation via the up-regulation of Noxa
or Bak, both of which are BH3-only proteins that have the E3
ligase affinity to Mcl-1 [25, 26]. 2,5-dimethyl-celecoxib is reported
to aggravate ER stress and up-regulate the Noxa protein level
[27]. 2,5-dimethyl-celecoxib is an analogue of celecoxib and has
no COX-2 inhibitory effect [14, 28]. In this study, DMC was
found to have neglectable effect on intracellular PGE2 level com-
paring with celecoxib (Fig. 1D). Thus, the considerable cardiovas-
cular side effects of celecoxib could be circumvented by using
this celecoxib derivative [29]. Notably, we found that DMC
obtained stronger cytotoxicity than celecoxib when applied in
combination with ABT-737 in GC cells, which was consistent with
previous published studies [17].

To explore the underlying mechanisms that DMC sensitize GC
cells to ABT-737, we first examined the effect of combination
treatment on ER stress. Although the cytosolic calcium concentra-
tion increased to 6-fold and 3-fold in AGS and HGC-27 cells
respectively, ER stress-mediated apoptosis marker CHOP was not
found up-regulated, indicating that the ER stress was to some
extent enhanced, but not sufficient to induce apoptosis (Fig. 4)
[30]. We next measured the role of mitochondrial proteins in the
combination treatment-induced apoptosis. Mcl-1 was the determi-
nant of ABT-737 drug sensitivity in a variety of cell lines [31]. It
was reported that Noxa determined the localization and stability
of Mcl-1 and consequently ABT-737 sensitivity, and the expres-
sion level of Noxa was negatively correlated with Mcl-1 in many
cancer cell lines [25]. In this study, the protein level of Noxa
was unchanged after exposure to either
ABT-737 or DMC mono-treatment or the combination. Moreover,
other BH3-only proteins such as Bim and Puma were not influ-
enced by combination treatment.

Although mitochondrial membrane potential was depolarized and
caspases were activated in the ABT-737 and DMC combination-
induced apoptosis, it proved to be independent of the caspase
cascade by using pan-caspase inhibitor Boc-D-FMK. Instead, the
existence of AIF and its translocation from mitochondria to the
nucleus was indispensable to apoptosis, causing DNA fragmentation
independently of caspase activity (Fig. 6C and D) [32, 33]. Interest-
ingly, single DMC or ABT-737 treatment did not promote the

© 2016 The Authors.

translocation of AlF into cell nucleus in AGS cells, but only occurred
while in combination treatment. In HGC-27 cells, ABT-737 treatment
caused a 4-fold increase in the nuclear accumulation of AIF, and
combination treatment exaggerated the increase to 6-fold (Fig. 6C).
Establishing the connection between Mcl-1 degradation and AIF
translocation seemed necessary to fully understand the apoptosis
regulation induced by Bcl-2 inhibitors and also in combination, and
would be done in the near future.

Taken together, this study found that combination treatment
of ABT-737 and DMC showed promising anti-proliferative effect
against GC cells. 2,5-dimethyl-celecoxib, as a non-COX-2 inhibitor,
could obtain potential applications as an anti-cancer compound,
especially in combination therapy. More importantly, this study
delineated that caspase-independent apoptosis could be involved
in Bcl-2 inhibitors-induced apoptosis, which could inspire other
possible combination regimens to enhance the therapeutic effect
of Bcl-2 inhibitors.
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Figure S$1 The intensity of band Bax and Bcl-2 in Figure 3C was quan-
titatively analysed, and the ratio of Bax/Bcl-2 was graphed into bars.
Each bar represented the mean & S.D.

Figure S2 The intensity of band Mcl-1, Noxa and Puma in Fig-

ure 3C was quantitatively analysed, and the numbers were
graphed into bars. Each bar represented the mean + S.D.
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Figure S3 The intensity of band Bim and Bak in Figure 3C and
ATF-4 in Figure 4C was quantitatively analysed, and the num-
Each bar represented the

bers were graphed into bars.

mean + S.D.

References

1. Fock KM. Review article: the epidemiology

2158

and prevention of gastric cancer. Aliment
Pharm Therap. 2014; 40: 250-60.

Siegel R, Naishadham D, Jemal A. Cancer
statistics, 2013. CA-CancerJ Clin. 2013; 63:
11-30.

Cancer Genome Atlas Research Network.
Comprehensive molecular characterization
of gastric adenocarcinoma. Nature. 2014,
513: 202-9.

Group G, Paoletti X, Oba K, ef al. Benefit of
adjuvant chemotherapy for resectable gas-
tric cancer: a meta-analysis. JAMA. 2010;
303: 1729-37.

Liu'Y, Zhang X, Zhang Y, et al. |dentification
of miRNomes in human stomach and gastric
carcinoma reveals miR-133b/a-3p as thera-
peutic target for gastric cancer. Cancer Lett.
2015; 369: 58-66.

Saito Y, Suzuki H, Imaeda H, et al. The
tumor suppressor microRNA-29¢ is down-
regulated and restored by celecoxib in
human gastric cancer cells. /nt J Cancer.
2013; 132: 1751-60.

Cervantes-Gomez F, Lamothe B, Woyach
JA, et al. Pharmacological and protein pro-
filing suggests venetoclax (ABT-199) as
optimal partner with ibrutinib in chronic lym-
phocytic leukemia. Clin Cancer Res. 2015;
21: 3705-15.

Pan R, Ruvolo VR, Wei J, ef al. Inhibition of
Mecl-1 with the pan-Bcl-2 family inhibitor (-)
BI97D6 overcomes ABT-737 resistance in
acute myeloid leukemia. Blood. 2015; 126:
363-72.

Zhang C, Shi J, Mao SY, ef al. Role of p38
MAPK in enhanced human cancer cells kill-
ing by the combination of aspirin and
ABT-737. J Cell Mol Med. 2015; 19: 408-17.
Akagi H, Higuchi H, Sumimoto H, ef al.
Suppression of myeloid cell leukemia-1
(Mcl-1) enhances chemotherapy-associated
apoptosis in gastric cancer cells. Gastric
Cancer. 2013; 16: 100-10.

Simonin K, N'Diaye M, Lheureux S, ef al.
Platinum compounds sensitize ovarian carci-
noma cells to ABT-737 by modulation of the
Mecl-1/Noxa axis. Apoptosis. 2013; 18: 492—
508.

Sui W, Zhang Y, Wang Z, et al. Antitumor
effect of a selective COX-2 inhibitor,

13.

14,

15.

16.

17.

18.

19.

20.

21.

sented the mean + S.D.

celecoxib, may be attributed to angiogenesis
inhibition through modulating the PTEN/
PI3K/Akt/HIF-1 pathway in an H22 murine
hepatocarcinoma model. Oncol Rep. 2014;
31: 2252-60.

Zhang DQ, Guo Q, Zhu JH, ef al. Increase of
cyclooxygenase-2 inhibition with celecoxib
combined with 5-FU enhances tumor cell
apoptosis and antitumor efficacy in a subcu-
taneous implantation tumor model of human
colon cancer. World J Surg Oncol. 2013; 11:
16.

Schonthal AH, Chen TC, Hofman FM, ef al.
Celecoxib analogs that lack COX-2 inhibitory
function: preclinical development of novel
anticancer drugs. Expert Opin Inv Drug.
2008; 17: 197-208.

Tamura D, Saito T, Murata K, et al. Cele-
coxib exerts antitumor effects in canine
mammary tumor cells via COX2 independent
mechanisms. Int J Oncol. 2015; 46: 1393
404.

Kardosh A, Soriano N, Liu YT, ef al. Multi-
target inhibition of drug-resistant multiple
myeloma cell lines by dimethyl-celecoxib
(DMC), a non-COX-2 inhibitory analog of
celecoxib. Blood. 2005; 106: 4330-8.
Sobolewski C, Rhim J, Legrand N, ef al.
2,5-dimethyl-celecoxib inhibits cell cycle
progression and induces apoptosis in
human leukemia cells. J Pharmacol Exp
Ther. 2015; 355: 322-42.

Kardosh A, Golden EB, Pyrko P, ef al.
Aggravated endoplasmic reticulum stress as
a basis for enhanced glioblastoma cell killing
by bortezomib in combination with celecoxib
or its non-coxib analogue, 2,5-dimethyl-
celecoxib. Cancer Res. 2008; 68: 843-
51.

Virrey JJ, Liu Z, Cho HY, et al. Antiangio-
genic activities of 2,5-dimethyl-celecoxib on
the tumor vasculature. Mol Cancer Ther.
2010; 9: 631-41.

Coca R, Soler F, Cortes-Castell E, ef al.
Inhibition mechanism of the intracellular
transporter Ca®*-pump from sarco-endo-
plasmic reticulum by the antitumor agent
dimethyl-celecoxib. PLoS ONE. 2014; 9:
£102083.

Cho HY, Thomas S, Golden EB, ef al.
Enhanced killing of chemo-resistant breast

22.

23.

24,

25.

26.

27.

28.

29.

30.

31.

Figure S4 The intensity of band Chop in Figure 4C and active
caspase-3, procaspase-9 in Figure 6A was quantitatively anal-
ysed, and the numbers were graphed into bars. Each bar repre-

cancer cells via controlled aggravation of ER
stress. Cancer Lett. 2009; 282: 87-97.

Zhu S, Cohen MB, Bjorge JD, ef al. PI3K
inhibition potentiates Bcl-2-dependent apop-
tosis in renal carcinoma cells. J Cell Mol
Med. 2013; 17: 377-85.

Goodwin CM, Rossanese OW, Olejniczak
ET, ef al. Myeloid cell leukemia-1 is an
important apoptotic survival factor in triple-
negative breast cancer. Cell Death Differ.
2015; 22: 2098-106.

Sun XP, Zhang X, He C, et al. ABT-737 syn-
ergizes with arsenic trioxide to induce apop-
tosis of gastric carcinoma cells in vitro
and in vivo. J Int Med Res. 2012; 40:
1251-64.

Nakajima W, Hicks MA, Tanaka N, ef al.
Noxa determines localization and stability of
MCL-1 and consequently ABT-737 sensitiv-
ity in small cell lung cancer. Cell Death Dis.
2014; 5: e1052.

Senft D, Weber A, Saathoff F, ef al. In non-
transformed cells Bak activates upon loss of
anti-apoptotic Bel-XL and Mcl-1 but in the
absence of active BH3-only proteins. Cell
Death Dis. 2015; 6: e1996.

van Roosmalen IA, Reis CR, Setroikromo
R, etal. The ER stress inducer DMC
enhances TRAIL-induced apoptosis in
glioblastoma. SpringerPlus. 2014; 3: 495.
Sobolewski C, Rhim J, Legrand N, ef al.
2,5-dimethyl-celecoxib inhibits cell cycle
progression and induces apoptosis in
human leukemia cells. J Pharmacol Exp
Ther. 2015; 355: 308-28.

Banerjee A, Pawar MY, Patil S, ef al. Devel-
opment of 2-aryl substituted quinazolin-4
(3H)-one, pyrido[4,3-d]pyrimidin-4(3H)-one
and pyrido[2,3-d]pyrimidin-4(3H)-one deri-
vatives as microsomal prostaglandin E(2)
synthase-1 inhibitors. Bioorg Med Chem
Lett. 2014; 24: 4838-44.

Sun X, Lin Y, Huang Q, ef al. Di(2-ethyl-
hexyl) phthalate-induced apoptosis in rat
INS-1 cells is dependent on activation of
endoplasmic reticulum stress and suppres-
sion of antioxidant protection. J Cell Mol
Med. 2015; 19: 581-94.

Huelsemann MF, Patz M, Beckmann L, ef al.
Hypoxia-induced p38 MAPK activation reduces
Mcl-1 expression and facilitates sensitivity

© 2016 The Authors.

Journal of Cellular and Molecular Medicine published by John Wiley & Sons Ltd and Foundation for Cellular and Molecular Medicine.



J. Cell. Mol. Med. Vol 20, No 11, 2016

towards BH3 mimetics in chronic lymphocytic caspase-independent death through phos- arrest,  caspase-dependent  apoptosis,
leukemia. Leukemia. 2015; 29: 981-4. phatidylinositol ~ 3-kinase ~ signaling. J and enhanced cytotoxicity of chemothera-
32.  Yu WF, Mechawar N, Krantic S, et al. o7 Neurochem. 2011; 119: 848-58. peutic drugs in triple-negative breast
Nicotinic receptor activation reduces beta- 33.  Smith ML, Murphy K, Doucette CD, ef al. cancer cells. J Cell Biochem. 2016;
amyloid-induced apoptosis by inhibiting The dietary flavonoid fisetin causes cell cycle 0i:10.1002/jch.25490.
© 2016 The Authors. 2159

Journal of Cellular and Molecular Medicine published by John Wiley & Sons Ltd and Foundation for Cellular and Molecular Medicine.


http://dx.doi.org/doi:10.1002/jcb.25490

