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Most cholangiocarcinoma (CCA) patients undergo chemotherapy as a therapeutic approach due to the disease’s frequently late
diagnosis. However, because CCA is resistant to currently available treatments, the prognosis for this cancer is still quite poor.
Combination therapy has emerged as a novel and promising strategy in cancer treatment, as monotherapy frequently results in
tumor recurrence and drug resistance. Gambogic acid has been shown to have a synergism with other compounds in combating
certain cancer cells. Moreover, piperine has been shown to improve the efficacy of numerous chemotherapy drugs and other
anticancer natural substances. However, no research has been done on the combination of these two compounds in the treatment
of bile duct cancer. In this study, the cytotoxic activity was determined by using the MTT assay, and then, the combined effect was
assessed by using the combination index (CI). We found that the combination of gambogic acid and piperine inhibited cell
viability more effectively than either treatment alone, and it also demonstrated a synergistically cytotoxic effect against CCA cells.
Interestingly, the findings allowed the use of lower concentrations of gambogic acid in cancer treatment when combined with
piperine, which could reduce its adverse effect on normal cholangiocytes. Furthermore, the combination of the two compounds
increased CCA cell death by inducing apoptosis via both the extrinsic and intrinsic or mitochondria-mediated pathways, as
determined by caspase-3, -8, and -9 activity and the reduction of mitochondrial transmembrane potential (A¥m). It is possible
that the use of these two natural compounds together could be a promising strategy for the treatment of bile duct cancer.

1. Introduction

Primary hepatic cancer, often known as liver cancer, is
classified into two histopathological types: hepatocellular
carcinoma (HCC) and cholangiocarcinoma (CCA). HCC is
the most frequent type of liver cancer around the world [1].
CCA is highly prevalent in Thailand and is the most
common pathogenic form, accounting for more than 80% of
all detected primary liver cancer [2, 3]. CCA is still associated
with high mortality rates, particularly in the northeast of
Thailand, due to its aggressiveness and the poor prognosis
generally in patients suffering from this disease [1, 4, 5]. At
present, only about a quarter of CCA patients are candidates
for surgical excision of the tumor, with the majority of the

patients undergoing chemotherapy as a type of treatment
[6]. Unfortunately, CCA cannot resist standard treatment by
using several tolerance pathways [7, 8]. As a result, it is
critical to find a novel drug with great efficacy for CCA
treatment [9, 10].

Gambogic acid (see Figure 1(a)) is the major xanthonoid
derived from the brownish resin of the Garcinia hanburyi
tree in Southeast Asia [11, 12]. Previous studies have
revealed its anticancer efficacy both in vitro and in vivo. In
preclinical research, the cytotoxicity and the effect on ap-
optosis induction of gambogic acid were demonstrated.
Gambogic acid can inhibit HCC and CCA cell proliferation,
induce cell cycle arrest at the GO/G1 phase, and then induce
apoptosis through both the mitochondria-dependent and
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Figure 1: Chemical structure of (a) gambogic acid and (b) piperine.

extrinsic death receptor pathways [13-16]. However, in
animal studies, this compound has been shown to cause a
variety of adverse effects as well as severe systemic toxicity
[17-20].

Piperine (see Figure 1(b)) is a major alkaloid isolated
from Piper nigrum (black pepper) and Piper longum L. (long
pepper) [21], both of which are used in culinary and tra-
ditional medicine around the world. Piperine has several
pharmacological effects, including anticonvulsant [22], an-
tioxidant [23], antiinflammatory [24], antiangiogenic [25],
antibacterial [26], and anticancer activities. It has been
shown in recent research to be cytotoxic to a variety of
human cancer cells [27-29]. Furthermore, piperine can
induce mitochondria-mediated apoptosis in HCC cells [30].
These findings imply that it may have a therapeutic potential
against CCA. Intriguingly, it is a known bioavailability
enhancer for various chemotherapeutic agents and other
anticancer natural compounds because of its inhibitory
effect on p-glycoprotein or multidrug resistance protein 1
(MDR1) activity [31, 32].

Monotherapy frequently results in tumor recurrence and
drug resistance [33], whereas combination therapy has
emerged as a novel and promising strategy in cancer
treatment [34, 35]. Given their similar killing mechanisms,
we intended to test whether these two natural chemicals
when combined have greater anticancer potential while
having fewer negative effects on normal cells (chol-
angiocytes). In the present study, we examined the effects of
gambogic acid and piperine alone or in combination on
CCA cell proliferation and apoptosis. Our studies demon-
strated that cotreatment of gambogic acid with piperine
enhanced the cytotoxic effect and apoptosis in CCA cells,
while decreasing toxicity in normal cholangiocytes when
compared to a single compound treatment, suggesting that
the combination of these two compounds may deliver a
novel and advantageous option for treatment of CCA
patients.

2. Materials and Methods

2.1. Chemical Compounds. Gambogic acid (purity >95%)
was purchased from Cayman Chemical (2752-65-0) (Ann
Arbor, MI, USA). Piperine (P49007) (purity>97%) and
gemcitabine (G6423) (purity >98%) were purchased from
Sigma-Aldrich (St. Louis, MO, USA). Ham’s F-12 (21700-

075), fetal bovine serum (FBS), phosphate-buffered saline
(PBS), and trypsin-EDTA solution were purchased from
Gibco (Grand Island, NY, USA). 3-(4,5-Dimethythiazol-2-
yl)-2,5-diphenyltetrazolium bromide (MTT), 3,3'-dihex-
yloxacarbocyanine iodide (DiOCg), and dimethyl sulfoxide
(DMSO) were purchased from Sigma Chemical, Inc. (St.
Louis, MO, USA). Annexin-V-FLUOS staining kit and
protease inhibitor cocktail tablets were obtained from Roche
Diagnostics (Rotkreuz, Switzerland). The substrates of
caspase-9 (LEHD-para-nitroaniline; LEHD-p-NA), caspase-
8 (IETD-para-nitroaniline; IETD-p-NA), and caspase-3
(DEVD-para-nitroaniline; DEVD-p-NA) were obtained
from Invitrogen (Thermo Fisher Scientific Inc., Waltham,
MA, USA).

2.2. Cell Culture. Human cholangiocarcinoma cell lines
(KKU-100, HUCCA-1, and KKU-213) and an immortalized
human cholangiocyte cell line (MMNK-1) were obtained
from the Japanese Collection of Research Bioresources
(JCRB) Cell Bank, Japan. All cell lines were cultured in a
Ham’s F-12 medium with NaHCO3, 100 U/mL penicillin,
and streptomycin. The medium was adjusted to a pH of 7.2
and supplemented with 10% heat-inactivated fetal bovine
serum. Cells were cultured at 37°C in an incubator supplied

2.3. Cell Viability Assay. The 3-(4,5 dimethylthiazol-2yl)-2,5
diphenyltetrazolium bromide (MTT) assay [36] was per-
formed by seeding cells in a 96-well culture plate. The stock
solutions of gambogic acid (100 mM), piperine (2 M), and
gemcitabine (2 M) in DMSO were used to prepare test so-
lutions in different concentrations in Ham’s F-12 medium
using a 2-fold serial dilution method. The final concentration
of DMSO for treatment was less than 0.1%. Cells were
treated with gambogic acid, piperine, or gemcitabine
(positive control) in various concentrations for a 24-hour
incubation period. The cell viability in each concentration of
compounds was compared to that of the untreated condition
[37].

2.4. Determination of the Combination Index. Synergism,
additivity, or antagonism between compounds was quan-
titated based on the Chou-Talalay method [38, 39]. The
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combination index (CI) value between two compounds A
and B was calculated using CompuSyn Software (available by
free downloading from http://www.combosyn.com) [40]
employing the following equation:

C C
CI=( 2% )+ 25 ). (1)
ICy,) \ICys

ICx a and ICxp are concentrations of each component
alone that have an X percent effect, whereas C, x and Cpx
are concentrations of compounds in combination that have
the same effect. Interpretation of the value was referenced by
following criteria: CI values more than 1 indicate antago-
nism, CI values equal to 1 indicate additivity, and CI values
less than 1 indicate synergism [41, 42].

2.5. Apoptosis Assay. Apoptotic cell quantification was
performed as previously described [43]. In brief, after
compound treatment with gambogic acid and/or piperine
for 24 hours, floating and adhering cells were collected and
then washed with phosphate-buffered saline (PBS). After
that, cells were stained with Annexin V-fluorescein iso-
thiocyanate (FITC) and propidium iodide (PI) fluorescence
dye for 15minutes and analyzed by using a flow cytometer
(CyAn ADP, Beckman Coulter, USA).

2.6. Determination of Mitochondrial Transmembrane Po-
tential (A¥m). This procedure was performed in accordance
with the previously described method [43]. After treatment
with gambogic acid and/or piperine for 24 hours, sus-
pending and adhering cells were collected and then washed
with PBS before being stained for 15 minutes at 37°C with
40 nM 3,3'-dihexyloxacarbocyanine iodide (DiOCg). Flow
cytometry was then performed to examine the stained cells
(CyAn ADP, Beckman Coulter, USA).

2.7. Determination of Caspases-3, -8, and -9 Activities.
Caspases activity was performed according to the manu-
facturer’s protocols by using specific substrates and color-
imetric analysis. After treatment with gambogic acid and/or
piperine for 24 hours, floating and adhering cells were
collected and then washed with PBS. After that, the cells
were lysed by using a lysis buffer and proteins were
extracted. Protein extracts were incubated with caspase-3
(DEVD-p-NA), caspase-8 (IETD-p-NA), and caspase-9
(LEHD-p-NA) chromogenic substrates at 37°C for an hour.
The optical density was measured by using a microplate
reader (BioTek, Winooski, VT, USA) at the wavelength of
405nm [43].

2.8. Statistical Analysis. All data were analyzed by using
statistic SPSS Software version 20 and were presented as the
mean + standard deviation (SD) from repeated three inde-
pendent experiments. Statistical analysis was performed
using one-way analysis of variance (ANOVA) followed by a
comparison between groups by Tukey’s test when more than
three groups were analyzed and using Student’s ¢-test when

two groups were compared. Statistically significance was
considered with values of p <0.05.

3. Results and Discussion

3.1. Effects of Gambogic Acid and Piperine on CCA Cell
Viability. We examined the cytotoxic effect of gambogic
acid and piperine on the cell viability of human CCA cell
lines, including KKU-100, HuCCA-1, and KKU-213 com-
pared to that on normal cholangiocyte MMNK-1 cells. Cells
were treated with various concentrations of gambogic acid
or piperine for 24 hours. We found that gambogic acid and
piperine significantly inhibited viability of all CCA cells in a
concentration-dependent manner (see Figure 2). Gemcita-
bine, a first-line drug for cholangiocarcinoma [42], was used
as a positive control. Gambogic acid presented the lowest
ICsy value in all the cancer cell lines (Table 1). However,
piperine was found to be more selectively toxic, particularly
against KKU-100 and HuCCA-1 cells than other
compounds.

3.2. Piperine Enhanced the Cytotoxic Effect of Gambogic
Acid against CCA Cells. To determine whether piperine
could enhance the cytotoxicity of gambogic acid, CCA cells
were treated with gambogic acid, piperine or in combina-
tion. The concentration of piperine was fixed at the ICs
value of each cell line, whereas gambogic acid concentrations
ranged from 0 to 100 uM. As shown in Figure 3(a), com-
bining gambogic acid with piperine provided a synergistic
anticancer effect by presenting CI values at different levels of
cytotoxic effect (fraction affected, Fa) that were less than 1.
However, piperine could not synergistically enhance the
toxicity of gemcitabine on CCA cells (see Figure 3(b)).
Interestingly, Table 2 exhibits that combination treatment of
gambogic acid with piperine could reduce gambogic acid
concentration when compared to a single treatment,
resulting in a lower toxicity to normal cells.

3.3. Enhancement Effect of Piperine on Gambogic Acid-In-
duced Apoptotic Cell Death. Previous research has shown
that gambogic acid and piperine can induce apoptosis in
various cancer cells [13-15, 30]. Together with the current
study, it suggested that cotreatment of gambogic acid and
piperine could result in a synergistic cytotoxic effect. Hence,
to elucidate the potential enhancement effect of piperine on
gambogic acid-induced cell death via apoptosis, we inves-
tigated the effects of gambogic acid, piperine, and combined
treatment on apoptosis in CCA cell lines. As shown in
Figure 4, apoptotic cells were quantitated by Annexin
V-fluorescein isothiocyanate (FITC) and propidium iodide
(PI) double staining, and the result showed that the per-
centage of early and late apoptotic cells of combined con-
dition was increased significantly as compared with a single
treatment.

3.3.1. The Combination Treatment Increased Apoptosis via
Caspase Activation. To further confirm the combined effect
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F1GURrE 2: Cytotoxic effect of gambogic acid, gemcitabine, and piperine against CCA cell lines and normal cholangiocytes. KKU-100,
HuCCA-1, KKU-213, and MMNK-1 cells were treated with indicated concentrations of gambogic acid (a), gemcitabine (b), and piperine (c)
for 24 h. After that, cell viability was measured using the MTT assay. Results are shown as mean + SD values from three repeated independent
experiments. In addition, *p <0.05, ** p <0.01, ***p <0.001, and ****p <0.0001 when compared with the control (without treatment).

TasLE 1: Inhibitory concentration at 50% cell viability (ICsy) of gambogic acid, gemcitabine, and piperine on CCA cell lines compared to
normal cholangiocyte (MMNK-1) and the selectivity index (SI) of each compound.

Cell type Cell lines Values Gambogic acid Piperine Gemcitabine
KKU-100 ICso (uM) 63.2 2.5 119.1 + 3.6* = #### 1,674.7 +7.9
SI 0.5 . s 0.5
ICso (uM) 53.4+5.8"*** 299.5 +2.4%**% 1,590.1 £ 6.1
CCA HUCCA-1 SI 0.6 3.7 0.5
ICso (uM) 357 £ 1.2%%** 1,148.3 +7.3%*** 1,423.5+4.5
KKU-213 SI 0.9 1.0 0.5
Normal MMNK-1 ICso (uM) 31.7+4.8 1,115.0 £6.7 768.5+2.3

Note. The selectivity index (SI) is the IC5, ratio value between MMNK-1 and CCA cells. SI value less than 2 indicates general toxicity of the compound [44].

Results are shown as mean +SD, n=
nificantly lower than the ICs, value of MMNK-1.

on apoptosis induction via caspase activation, we measured
caspase-3, -8, and -9 activities after treatment with gambogic
acid, piperine, or a combination of two compounds for 24
hours. As shown in Figure 5, when compared to a single
treatment, the activities of caspases-3, -8, and -9 increased
significantly after treatment with a combination of two
compounds. These results indicated that the combined
treatment enhanced apoptotic cell death through both ex-
trinsic (caspase-8) and intrinsic (caspase-9) pathways.

3. **** p<0.0001, significantly lower than the ICs, value of gemcitabine of an individual cell; #H#E p <0.0001, sig-

3.3.2. The Combination of Gambogic Acid and Piperine In-
duced the Mitochondria-Mediated Apoptosis Pathway.
Depolarization of the mitochondrial transmembrane po-
tential (A¥m) as a result of mitochondrial outer membrane
permeabilization (MOMP) has been shown to contribute to
apoptosis induction [45, 46]. Hence, the effect of the
combination treatment on the modulation of mitochondrial
transmembrane potential was investigated. The mitochon-
drial transmembrane potential was determined by using a
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FiGgure 3: Continued.
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Figure 3: Combination effects of gambogic acid or gemcitabine with piperine on CCA cells. Dose-response curves (left) and CI values at
different levels of fraction affected (Fa) (right) of (a) gambogic acid plus piperine and (b) gemcitabine plus piperine. Results are shown as
mean + SD values from three repeated independent experiments. In addition, * p <0.05, ** p <0.01, *** p <0.001, and **** p < 0.0001 when

compared with the control.

DiOCg fluorescence probe . The results revealed that the
percentage of cells with a loss of mitochondrial trans-
membrane potential increased significantly after treatment
with a combination of two compounds when compared to a
single treatment (see Figure 6).

4, Discussion

Because of the disease’s frequent late diagnosis, chemo-
therapy is recommended for more than seventy percent of
cholangiocarcinoma (CCA) patients [9]. However, many
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TaBLE 2: Cell viability of MNNK-1 at combined concentrations which could inhibit CCA cell viability at 50% (ICsp).
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Note. The combined concentrations which could inhibit CCA cell viability at 50% were calculated using CompuSyn software.
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FIGURE 4: The combination of gambogic acid and piperine significantly induced apoptosis in CCA cells. KKU-100 (a), HuCCA-1 (b), and
KKU-213 (c) were treated with gambogic acid at ICs, piperine at IC;, (33.2 uM, 80.7 uM and 155.3 yM for KKU-100, HuCCA-1, and KKU-
213 cells, respectively), or combination of both for 24 hours. Then, the cells were stained with Annexin V-FITC/PI and analyzed by flow
cytometry to examine apoptotic cells. Bar graphs represented the percentage of apoptotic cells. Results are shown as mean + SD values from
three repeated independent experiments. *p <0.05 and ** p <0.01 compared with control (without treatment).

studies have demonstrated that there were many mecha-  focused on finding novel and effective anticancer drugs with
nisms of CCA cells in chemoresistance, such as reduced drug  little or no side effects. However, the combination treatment
absorption and metabolism, as well as impairment of the  appears to have significant potential benefits due to the
apoptotic mechanism [47], which has resulted in a relatively =~ reduction of side effects, the synergistic/combined antitu-

poor response to existing chemotherapeutic drugs [48, 49].  mor effects, and the ability to overcome drug resistance [35].
Furthermore, many chemotherapeutic drugs have consid- Gambogic acid is the major active compound derived
erable side effects that cause patient intolerance and treat-  from Garcinia hanburyi [11, 12]. Previous studies have

ment failure. As a result, substantial efforts have been  shown that it has a high efficacy anticancer effect via
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FiGgure 5: The combination of gambogic acid and piperine induced apoptosis via caspase activation. Caspase-3, -8, and -9 activities are
shown after KKU-100 (a), HuCCA-1 (b), and KKU-231 (c) were treated with gambogic acid or piperine compared with the combined effect
of the two compounds. Results are shown as mean + SD from three repeated independent experiments. * p < 0.05 and ** p < 0.01 compared

with the control.

apoptosis induction. However, in animal studies, this
compound causes many adverse effects [17-20]. One of the
best options to reduce adverse reactions is cotreatment with
other compounds or drugs that can enhance its activity but
can reduce the toxic side effects [50]. There have been several
studies that suggest a synergistic antitumor effect when
gambogic acid is combined with other drugs or natural
compounds [51]. Piperine, isolated from black pepper (Piper
nigrum) and long pepper (Piper longum) [21], is well known
as an antioxidant, antiproliferative, antiinflammatory, and

anticancer agent [31, 52-55]. Moreover, it is a bioavailability
enhancer for chemotherapeutic drugs and other anticancer
compounds [30-32, 55]. Nevertheless, there has not been
any research on its enhancement activity when combined
with gambogic acid.

In the current study, the cytotoxic effects of gambogic
acid and piperine were determined compared to positive
control and gemcitabine. The result showed that gambogic
acid, piperine, and gemcitabine inhibited the viability of
cholangiocarcinoma (CCA) cells including KKU-100,
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FIGURE 6: The combination of gambogic acid and piperine induced apoptosis via a mitochondrial pathway. After treatment, KKU-100 (a),
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HuCCA-1, and KKU213 in a concentration-dependent
manner. Intriguingly, gambogic acid has the lowest ICs,
value in all CCA cell lines. In addition, piperine was found to
be more selectively toxic than the other phytochemicals
(gambogic acid), especially against KKU-100 and HuCCA-1
cells. However, gemcitabine had the highest ICsy value and
was nonselectively toxic to cancer cells.

The Chou-Talalay method was used to calculate the
fractional inhibition (Fa) and combination index (CI) from
the percentage of cell viability. The Fa-CI plots or the
Chou-Talalay plots for drug combination in Figure 3 pro-
vide the quantitative determination of drug interactions,
where CI values less than 1, equal to 1, and more than 1
indicate synergism, additive effect, and antagonism, re-
spectively [56]. Combining gambogic acid with piperine
provided a synergistic anticancer effect by presenting
combination index (CI) values at different levels of the
cytotoxic effect (fraction affected, Fa) that were less than 1.
On the other hand, piperine could not synergistically en-
hance the toxicity of gemcitabine towards CCA cells. Fur-
thermore, the combined concentrations which could inhibit
CCA cell viability at 50% (ICs,) were calculated and then
were used for investigating the cell viability of normal
cholangiocyte (MNNK-1). According to the synergism of
piperine and gambogic acid, when compared to a single
treatment, this combination decreased the concentration of
gambogic acid, resulting in less toxicity to normal cells
because gambogic acid exhibited nonselective toxicity,
whereas piperine was found to be selectively toxic to cancer
cells.

Flow cytometric analysis of apoptotic cells demonstrated
that gambogic acid, piperine, and a combined treatment
significantly increased the percentage of apoptotic cells
compared to a single treatment. This was consistent with a
significant increase in the percentage of cells with the loss of
the mitochondrial transmembrane potential (A¥m) and the
enhanced activities of caspase-3, caspase-8 (extrinsic path-
way mediator), and caspase-9 (intrinsic pathway mediator)
after cotreatment with gambogic acid and piperine when
compared to a single treatment. These results indicated that
the combination treatment synergistically inhibited CCA
cell viability and was associated with apoptotic regulated cell
death induction via both extrinsic and intrinsic or mito-
chondria-mediated pathways.

5. Conclusions

The purpose of this study was to demonstrate that the
combination of gambogic acid and piperine synergistically
suppressed cholangiocarcinoma cell (KKU-100, HuCCA-1,
and KKU213) viability more efficiently than either therapy
alone. Interestingly, when combined with piperine, the
findings allowed the use of lower concentrations of gam-
bogic acid in cancer treatment, perhaps reducing its adverse
effect on normal cholangiocytes. In addition, the combi-
nation of the two agents enhanced apoptotic death of CCA
cells through caspase and mitochondria-mediated pathways,
as measured by caspase activity and the alteration of

Evidence-Based Complementary and Alternative Medicine

mitochondrial transmembrane potential. Taken together,
the current study found that cotreatment of gambogic acid
and piperine exhibited a synergistic anticancer effect on
CCA cells through apoptosis induction, providing a new
strategy for bile duct cancer complementary therapy.
However, the mechanisms of piperine in enhancing the
effects of gambogic acid should be investigated further.

Data Availability

The results presented to demonstrate the findings of the
current study are accessible from the corresponding author
upon request.

Conflicts of Interest

The authors declare that they have no conflicts of interest.

Authors’ Contributions

RY and RB designed the research. RY performed the ex-
periments and analyzed the results. RY and RB wrote the
manuscript draft. All authors read and agreed to the pub-
lished version of the manuscript.

Acknowledgments

The authors are grateful to the Faculty of Medicine, Chiang
Mai University (grant number 113/2565), Pre Square Well-
ness Co., Ltd., and Chiang Mai Genetics Laboratory Co., Ltd.,
for supporting the present study. This research was partially
supported by Chiang Mai University and the Center for
Research and Development of Natural Products for Health.

References

[1] B. Blechacz, “Cholangiocarcinoma: current knowledge and
new developments,” Gut and liver, vol. 11, no. 1, pp. 13-26,
2017.

[2] B. Sripa and C. Pairojkul, “Cholangiocarcinoma: lessons from
Thailand,” Current Opinion in Gastroenterology, vol. 24, no. 3,
pp. 349-356, 2008.

[3] S. Kamsa-ard, S. Kamsa-ard, V. Luvira, K. Suwanrungruang,

P. Vatanasapt, and S. Wiangnon, “Risk factors for chol-

angiocarcinoma in Thailand: a systematic review and meta-

analysis,” Asian Pacific Journal of Cancer Prevention: Asian

Pacific Journal of Cancer Prevention, vol. 19, no. 3, pp. 605-

614, 2018.

C. Varamo, C. Peraldo-Neia, P. Ostano et al., “Establishment

and characterization of a new intrahepatic chol-

angiocarcinoma cell line resistant to gemcitabine,” Cancers,

vol. 11, no. 4, p. 519, 2019.

[5] S. Woradet, N. Songserm, S. Promthet, and D. M. Parkin,
“Health-related quality of life and survival of chol-
angiocarcinoma patients in northeastern region of Thailand,”
PLoS One, vol. 11, no. 9, Article ID e0163448, 2016.

[6] W. Wattanawongdon, C. Hahnvajanawong, N. Namwat et al.,
“Establishment and characterization of gemcitabine-resistant
human cholangiocarcinoma cell lines with multidrug resis-
tance and enhanced invasiveness,” International Journal of
Oncology, vol. 47, no. 1, pp. 398-410, 2015.

[4



Evidence-Based Complementary and Alternative Medicine

(7]

(8]

(9]

(10]

(11]

(12]

(13]

(14]

(15]

(16]

(17]

(18]

(19]
(20]

(21]

(22]

(23]

G. Fava, “Molecular mechanisms of cholangiocarcinoma,”
World Journal of Gastrointestinal Pathophysiology, vol. 1,
no. 1, p. 12, 2010.

H.-J. Wu and P.-Y. Chu, “Role of cancer stem cells in
cholangiocarcinoma and therapeutic implications,” Interna-
tional Journal of Molecular Sciences, vol. 20, no. 17, p. 4154,
2019.

J.J. G. Marin, E. Lozano, E. Herraez et al., “Chemoresistance
and chemosensitization in cholangiocarcinoma,” Biochimica
et Biophysica Acta - Molecular Basis of Disease, vol. 1864, no. 4,
pp. 1444-1453, 2018.

J. J. G. Marin, E. Herraez, E. Lozano, R. I. R. Macias, and
O. Briz, “Models for understanding resistance to chemo-
therapy in liver cancer,” Cancers, vol. 11, no. 11, p. 1677, 2019.
H. Auterhoff, H. Frauendorf, W. Liesenklas, and C. Schwandt,
“The chief constituents of gamboge resins. 1. Chemistry of
gamboge,” Archiv der Pharmazie und Berichte der Deutschen
Pharmazeutischen Gesellschaft, vol. 295/67, pp. 833-846,
1962.

W. Liesenklas and H. Auterhoff, “The constitution of gam-
bogic acid and its isomerization. 4. Chemistry of gum-resin,”
Archiv der Pharmazie und Berichte der Deutschen Pharma-
zeutischen Gesellschaft, vol. 299, no. 9, pp. 797-798, 1966.

J. Li, X. Wang, Y. Shao, X. Lu, and B. Chen, “A novel ex-
ploration of a combination of gambogic acid with TiO2
nanofibers: the photodynamic effect for HepG2 cell prolif-
eration,” Materials, vol. 7, no. 9, pp. 6865-6878, 2014.

H. Gu, X. Wang, S. Rao et al., “Gambogic acid mediates
apoptosis as a p53 inducer through down-regulation of mdm?2
in wild-type p53-expressing cancer cells,” Molecular Cancer
Therapeutics, vol. 7, no. 10, pp. 3298-3305, 2008.

P. N. H. Lee and W. S. Ho, “Antiproliferative activity of
gambogic acid isolated from Garcinia hanburyi in Hep3B and
Huh7 cancer cells,” Oncology Reports, vol. 29, no. 5,
pp. 1744-1750, 2013.

K. Suksen, K. Janpipatkul, S. Reabroi et al., “Gambogic acid
inhibits wnt/B-catenin signaling and induces ER stress-me-
diated apoptosis in human cholangiocarcinoma,” Asian Pa-
cific Journal of Cancer Prevention, vol. 22, no. 6,
pp. 1913-1920, 2021.

Y.-t. Liu, K. Hao, X.-q. Liu, and G.-j. Wang, “Metabolism and
metabolic inhibition of gambogic acid in rat liver micro-
somes,” Acta Pharmacologica Sinica, vol. 27, no. 9,
pp. 1253-1258, 2006.

K. Hao, X.-Q. Liu, G.-J. Wang, and X.-P. Zhao, “Pharma-
cokinetics, tissue distribution and excretion of gambogic acid
in rats,” European Journal of Drug Metabolism ¢ Pharma-
cokinetics, vol. 32, no. 2, pp. 63-68, 2007.

J. Dai, The Preparation of a Kind of Gambogic Acid Injection.
L. Cai, N. Qiu, M. Xiang et al., “Improving aqueous solubility
and antitumor effects by nanosized gambogic acid-
mPEG2000 micelles,” International Journal of Nanomedicine,
vol. 9, pp. 243-255, 2014.

K. Izawa, Y. Amino, M. Kohmura, Y. Ueda, and M. Kuroda,
“4.16-Human-Environment interactions—taste,” Compre-
hensive Natural Products II, Elsevier, pp. 631-671, Amster-
dams, Netherlands.

R. D’'Hooge, Y. Q. Pei, A. Raes, P. Lebrun, P. P. van Bogaert,
and P. P. de Deyn, “Anticonvulsant activity of piperine on
seizures induced by excitatory amino acid receptor agonists,”
Arzneimittel Forschung, vol. 46, no. 6, pp. 557-560, 1996.
K. Selvendiran, S. M. Banu, and D. Sakthisekaran, “Protective
effect of piperine on benzo (a) pyrene-induced lung

(24]

(25]

(26]

(27]

(28]

(29]

(30]

(31]

(32]

(33]

(34]

(35]

(36]

(37]

(38]

(39]

11

carcinogenesis in Swiss albino mice,” Clinica Chimica Acta,
vol. 350, no. 1-2, pp. 73-78, 2004.

X. Ying, X. Chen, S. Cheng, Y. Shen, L. Peng, and H. z. Xu,
“Piperine inhibits IL- induced expression of inflammatory
mediators in human osteoarthritis chondrocyte,” Interna-
tional Immunopharmacology, vol. 17, no. 2, pp. 293-299, 2013.
C. D. Doucette, A. L. Hilchie, R. Liwski, and D. W. Hoskin,
“Piperine, a dietary phytochemical, inhibits angiogenesis,”
The Journal of Nutritional Biochemistry, vol. 24, no. 1,
pp. 231-239, 2013.

D. M. Hikal, “Antibacterial activity of piperine and black
pepper oil,” Biosciences biotechnology research Asia, vol. 15,
no. 4, pp. 877-880, 2018.

L.-h. Lai, Q.-h. Fu, Y. Liu et al., “Piperine suppresses tumor
growth and metastasis in vitro and in vivo in a 4T1 murine
breast cancer model,” Acta Pharmacologica Sinica, vol. 33,
no. 4, pp. 523-530, 2012.

A. Samykutty, A. V. Shetty, G. Dakshinamoorthy et al.,
“Piperine, a bioactive component of pepper spice exerts
therapeutic effects on androgen dependent and androgen
independent prostate cancer cells,” PLoS One, vol. 8, no. 6,
Article ID e65889, 2013.

L. Si, R. Yang, R. Lin, and S. Yang, “Piperine functions as a
tumor suppressor for human ovarian tumor growth via ac-
tivation of JNK/p38 MAPK-mediated intrinsic apoptotic
pathway,” Bioscience Reports, vol. 38, no. 3, 2018.

V. Gunasekaran, K. Elangovan, and S. Niranjali Devaraj,
“Targeting hepatocellular carcinoma with piperine by radical-
mediated mitochondrial pathway of apoptosis: an in vitro and
in vivo study,” Food and Chemical Toxicology, vol. 105,
pp. 106-118, 2017.

R. A. Rather and M. Bhagat, “Cancer chemoprevention and
piperine: molecular mechanisms and therapeutic opportu-
nities,” Frontiers in Cell and Developmental Biology, vol. 6,
p. 10, 2018.

S.J. Hewlings and D. S. Kalman, “Curcumin: a review of its
effects on human health,” Foods, vol. 6, no. 10, p. 92, 2017.
M. M. Gottesman, T. Fojo, and S. E. Bates, “Multidrug re-
sistance in cancer: role of ATP-dependent transporters,”
Nature Reviews Cancer, vol. 2, no. 1, pp. 48-58, 2002.

T. A. Yap, A. Omlin, and J. S. De Bono, “Development of
therapeutic combinations targeting major cancer signaling
pathways,” Journal of Clinical Oncology, vol. 31, no. 12,
pp. 1592-1605, 2013.

R. B. Mokhtari, T. S. Homayouni, N. Baluch et al., “Com-
bination therapy in combating cancer,” Oncotarget, vol. 8,
no. 23, pp. 38022-38043, 2017.

J. C. Stockert, A. Blazquez-Castro, M. Caiete, R. W. Horobin,
and A. Villanueva, “MTT assay for cell viability: intracellular
localization of the formazan product is in lipid droplets,” Acta
Histochemica, vol. 114, no. 8, pp. 785-796, 2012.

R. Yapasert, N. Lertprasertsuk, S. Subhawa, J. Poofery,
B. Sripanidkulchai, and R. Banjerdpongchai, “Antitumor
efficacy of the herbal recipe benja amarit against highly in-
vasive cholangiocarcinoma by inducing apoptosis both in
vitro and in vivo,” International Journal of Molecular Sciences,
vol. 21, no. 16, p. 5669, 2020.

T.-C. Chou and P. Talalay, “Quantitative analysis of dose-
effect relationships: the combined effects of multiple drugs or
enzyme inhibitors,” Advances in Enzyme Regulation, vol. 22,
pp. 27-55, 1984.

L. Zhao, M. G. Wientjes, and J. L. S. Au, “Evaluation of
combination chemotherapy: integration of nonlinear re-
gression, curve shift, isobologram, and combination index



12

analyses,” Clinical Cancer Research, vol. 10, no. 23,
pp. 7994-8004, 2004.

[40] T. Chou and N. Martin, CompuSyn for Drug Combinations:
PC Software and User’s Guide: A Computer Program for
Quantitation of Synergism and Antagonism in Drug Combi-
nations, and the Determination of IC50 and ED50 and LD50
Values, ComboSyn Inc, Paramus, NJ, USA, 2005.

[41] J. L. Hernandez, L. Padilla, S. Dakhel et al., “Therapeutic
targeting of tumor growth and angiogenesis with a novel anti-
$100A4 monoclonal antibody,” PLoS One, vol. 8, no. 9, Article
1D €72480, 2013.

[42] Z. Zou, L. Xie, J. Wei et al., “Synergistic anti-proliferative
effects of gambogic acid with docetaxel in gastrointestinal
cancer cell lines,” BMC Complementary and Alternative
Medicine, vol. 12, no. 1, pp. 58-59, 2012.

[43] R. Yapasert, B. Sripanidkulchai, M. Teerachaisakul,
K. Banchuen, and R. Banjerdpongchai, “Anticancer effects of
a traditional Thai herbal recipe Benja Amarit extracts against
human hepatocellular carcinoma and colon cancer cell by
targeting apoptosis pathways,” Journal of Ethnopharmacology,
vol. 254, 2020.

[44] R.B. Badisa, S. F. Darling-Reed, P. Joseph, J. S. Cooperwood,
L. M. Latinwo, and C. B. Goodman, “Selective cytotoxic
activities of two novel synthetic drugs on human breast
carcinoma MCEFE-7 cells,” Anticancer Research, vol. 29, no. 8,
pp. 2993-2996, 2009.

[45] J. D. Ly, D. R. Grubb, and A. Lawen, “The mitochondrial
membrane potential (§ym) in apoptosis; an update,” Apo-
ptosis, vol. 8, no. 2, pp. 115-128, 2003.

[46] E. Gottlieb, S. Armour, M. Harris, and C. Thompson, “Mi-
tochondrial membrane potential regulates matrix configu-
ration and cytochrome c release during apoptosis,” Cell Death
& Differentiation, vol. 10, no. 6, p. 709, 2003.

[47] L. Fouassier, M. Marzioni, M. B. Afonso et al., “Signalling
networks in cholangiocarcinoma: molecular pathogenesis,
targeted therapies and drug resistance,” Liver International,
vol. 39, pp. 43-62, 2019.

[48] J.Jg Marin, E. Lozano, O. Briz, R. Al-Abdulla, M. A Serrano,
and R. Ir Macias, “Molecular bases of chemoresistance in
cholangiocarcinoma,” Current Drug Targets, vol. 18, no. 8,
pp. 889-900, 2017.

[49] R. I. Macias, “Cholangiocarcinoma: biology, clinical man-
agement, and pharmacological perspectives,” ISRN hepatol-
ogy, vol. 2014, 2014.

[50] R. J. Tallarida, “Quantitative methods for assessing drug
synergism,” Genes ¢ cancer, vol. 2, no. 11, pp. 1003-1008,
2011.

[51] Y. Liu, Y. Chen, L. Lin, and H. Li, “Gambogic acid as a
candidate for cancer therapy: a review,” International Journal
of Nanomedicine, vol. 15, Article ID 10385, 2020.

[52] J.-J. Lu, J.-L. Bao, X.-P. Chen, M. Huang, and Y.-T. Wang,
“Alkaloids isolated from natural herbs as the anticancer
agents,” Evidence-Based Complementary and Alternative
Medicine, vol. 2012, Article ID 485042, 12 pages, 2012.

[53] L. Freire-de-Lima, T. S. Ribeiro, G. M. Rocha et al., “The toxic
effects of piperine against Trypanosoma cruzi: ultrastructural
alterations and reversible blockage of cytokinesis in epi-
mastigote forms,” Parasitology Research, vol. 102, no. 5,
pp. 1059-1067, 2008.

[54] R.A.Rafig, B. A. Ganai, and S. A. Tasdugq, “Piperine promotes
ultraviolet (UV)-B-induced cell death in B16F10 mouse
melanoma cells through modulation of major regulators of
cell survival,” RSC Advances, vol. 5, no. 16, pp. 11884-11894,
2015.

Evidence-Based Complementary and Alternative Medicine

[55] A. Tawani, A. Amanullah, A. Mishra, and A. Kumar, “Evi-
dences for Piperine inhibiting cancer by targeting human
G-quadruplex DNA sequences,” Scientific Reports, vol. 6,
no. 1, pp. 39239-39312, 2016.

[56] T.-C. Chou, “Preclinical versus clinical drug combination
studies,” Leukemia and Lymphoma, vol. 49, no. 11,
pp. 2059-2080, 2008.



