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Abstract

Grape seed is an important natural bioactive product with various health benefits. Interstitial cells of Cajal
(ICCs) are pacemaker cells in the gastrointestinal (Gl) tract. The present study investigated the effects of
grape seed powder (GSP) on ICC properties and Gl motility. GSP depolarized the pacemaker potentials
of ICCs in a dose-dependent manner. Y25130 or SB269970 slightly inhibited GSP-induced effects.
However, Y25130 and SB269970 together completely blocked GSP-induced effects. In the presence of
inhibitors of protein kinase C, protein kinase A, or mitogen-activated protein kinase, GSP-induced ICC
depolarization was inhibited. GSP increased the intestinal transit rate in normal mice and in mice with
acetic acid-induced GI motility disorder. In addition, the levels of motilin and substance P were elevated
after GSP dosing. These results demonstrate that GSP can regulate Gl motility, and therefore, it is a
potential therapeutic agent for treating Gl motility disorders.
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Introduction

Bioactive substances isolated from food
ingredients may be used as natural alternative
medicine for treating various diseases [1]. Grape seed,
a major source of catechins and procyanidins, is
readily available, inexpensive, and beneficial to
human health [1,2]. Grape seed powder (GSP) has
antioxidant, anti-inflammatory, antidiabetic, anti-
obesity, anticancer, anti-aging, and antimicrobial
properties [3-7]. Therefore, it has a potential role as a
substitute or complement to drugs against different
diseases.

Most mammals obtain energy from food
nutrients through the gastrointestinal (GI) tract [8].
Therefore, food intake, digestion, motility, secretion,
and absorption are key physiological processes
contributing to the maintenance of energy homeo-
stasis [9]. GI motility changes with food and is
regulated by smooth muscle, extrinsic and intrinsic
neurons, interstitial cells of Cajal (ICCs), and several
hormones [10,11]. ICCs are the pacemakers of the GI

system, and they induce pacemaker potentials
spontaneously [11,12]. Therefore, ICCs are key
regulators of GI motility. However, little is known
about the effects of GSP on ICC properties and GI
motility. Therefore, in the present study, we
investigated the regulatory effects of GSP on ICC
properties and GI motility.

Materials and Methods

Materials, Instruments and Reagents

The grape seed powder (GSP) used in this study
was a commercial product made from Govinda Natur

GmbH (Neuhofen, Germany). ACQUITYTm
ultra-performance liquid chromatography (UPLC)
system (USA), ACQUITY™ photodiode array

detector (PDA), ACQUITY™ BEH Cjg column (1.7
pm, 21 mm x 100 mm), and Empower
chromatography data system were purchased from
Waters (Milford, MA, USA). In addition, the sample
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extractor was ultrasonic cleaner 8210R-DHT from
Branson Company. The reagents used for HPLC
analysis were methanol from Junsei, acetonitrile from
JT-BAKER, water (Tertiary distilled water), and
DMSO. The standards were from Cayman Chemical
Company (Ann Arbor, MI, USA) and Sigma-Aldrich
(St. Louis, MO, USA).

Preparation of standard solutions

The required amounts of (-) epicatechin, (-)
epicatechin gallate, resveratrol, and nomilin were
measured accurately and dissolved in DMSO and
methanol to prepare 1 mg/ml standard solutions. The
standard solutions were successively diluted with
methanol to prepare 12.5, 25, 50, and 100 pg/ml
solutions. The determination coefficient (Rz) values of
all the standards materials were > 0.999.

Preparation of the test liquid for quantitative
analysis

The test liquid was prepared by soaking 1 g of
grape seed powder in 10 ml methanol, followed by
microwave extraction for 1 h. The powder was filtered
using a membrane filter of < 0.2 pm diameter. The
filtrate was used as the test liquid.

Quantitation of GSP

UPLC analysis was carried out at room
temperature. (-) Epicatechin/(-) epicatechin gallate,
resveratrol, and nomilin were measured at 280 nm,
320 nm, and 254 nm respectively. The mobile phase
was a mixture of water and acetonitrile containing 0.1
% formic acid. The sample (2 pl) was injected at a flow
rate of 0.4 ml/min. Qualitative and quantitative
analyses were carried out using retention time and
peak area, respectively. The analysis conditions are
presented in Table 1.

Table 1. The analysis condition of (-) Epicatechin, (-) Epicatechin
gallate, Resveratrol, and Nomilin.

Time 0.1% FA/Water  0.1% FA/ Acetonitrile =~ Flow rate
(minute) (%) (%) (ml/minute)
0 98 2 0.40

1.0 98 2 0.40

2.0 95 5 0.40

3.0 85 15 0.40

5.0 75 25 0.40

6.0 60 40 0.40

8.0 50 50 0.40

9.0 20 80 0.40

10.0 10 90 0.40

12.0 2 98 0.40

14.0 98 2 0.40

16.0 98 2 0.40
Animals

ICR mice were purchased from the Samtako Bio
(Osan, Republic of Korea). Males and females (3-7

days old) were used for the ICC experiment and only
males (8-week old) were used for the ITR experiment
as well as for the intestinal hormone and protein
experiments. All mice were housed in a specific
pathogen-free laboratory environment under a
controlled temperature (21-23 °C) and humidity (50-
60 %) with day and night cycles and ad libitum access
to normal diet and autoclaved water. The Institutional
Animal Care and Use Committee at Pusan National
University (approval no. PNU-2020-2831) approved
all animal care and experiments (Busan, Republic of
Korea). In addition, all the animals were treated in
accordance with the Guide for the Care and Use of
Laboratory Animals.

Drugs

Y25130, RS39604, SB269970, Go6976, SQ22536,
PD98059, SB203580, and JNK II inhibitor were
purchased from Tocris Bioscience (Bristol, UK), and
all the other drugs were obtained from Sigma-Aldrich
(St. Louis, MO, USA). We used distilled water to
dissolve GSP in experiments. A stock(X10) was
prepared and used after dilution to a predetermined
concentration.

Preparation of ICCs

The small intestinal mucosae were removed and
small tissue strips of intestinal muscle were
equilibrated for 30 min in Ca2*-free Hank’s solution.
Next, the cells were dispersed in an enzyme solution
and cultured in a smooth muscle growth medium
(Lonza, Basel, Switzerland) at 37 °C in a 95 % O
incubator. Finally, the ICCs were identified [12] by
using the patch-clamp technique, which showed the
network-like structures in culture.

Electrophysiological experiments

We used the whole-cell electrophysiological
method to investigate the pacemaker potentials of
ICCs. The bath solution contained 5 mM KCl, 135 mM
NaCl, 2 mM CaCly, 10 mM glucose, 1.2 mM MgCl,,
and 10 mM HEPES (pH 7.4), and the pipette solution
contained 140 mM KCl, 5 mM MgCly, 2.7 mM KoATP,
01 mM NaGTP, 25 mM creatine phosphate
disodium, 5 mM HEPES, and 0.1 mM EGTA (pH 7.2).
Electrophysiological experiments were conducted
with AxopatchI-D and 200B amplifiers (Axon
Instruments, San Jose, CA, USA). All experiments
were performed at 30-31 °C.

ITR measurement

Evans blue (5 %, w/v; 01 ml/kg) was
intragastrically administered 30 min after the
intragastric administration of GSP to ICR mice. ITR
was measured 30 min after the administration of
Evans blue.
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GI Motility Dysfunction (GMD) model

GMD mice models were established by treating
mice with acetic acid (AA) (0.5 % in saline, w/v) to
induce peritoneal irritation. After the AA treatment,
the mice were stabilized in a cage for 30 min, and then
GSP was administered to measure ITR [13,14].

Measurement of serum intestinal hormone
levels

After feeding the mice GSP (0.5 g/kg) once a day
for 5 days, the serum levels of intestinal hormones,
such as motilin (MTL), substance P (SP), somatostatin
(SS), and vasoactive intestinal polypeptide (VIP) were
measured by radioimmunoassay (Abbkine, Wuhan,
China).

Western blotting

After feeding the mice GSP (0.5 g/kg) once a day
for 5 days, the small intestine samples were collected
and prepared by incubating in RIPA buffer. The total
protein extracted and an equal amount of protein
from the samples were separated using SDS-PAGE
and then transferred to polyvinylidene difluoride
membranes. The membranes were probed with the
indicated antibodies. Anti-transmembrane protein
16A (TMEM16A; Abcam, Cambridge, UK), anti-c-kit
(Cell Signaling Technology, Denver, MA, USA),
anti-transient receptor potential melastatin 7 (TRPM?7;
Abcam, Cambridge, UK), and anti-p-actin (Santa Cruz
Biotechnology, Dallas, TX) antibodies were used. All
other procedures were conducted as previously
described [12].

Statistical analysis

Data are expressed as mean * standard error of
mean. For multiple comparison analysis, we used
one-way analysis of variance (ANOVA) with Turkey
post hoc comparison and when only two groups were
compared, Student's t-test for paired data was used. A
p value < 0.05 indicated statistical significance.

Results

Functional constituents of GSP

The presence of (-) epicatechin, (-) epicatechin
gallate, resveratrol, and nomilin in GSP was
established by HPLC and their levels were quantified
using calibration curves obtained from standards
(Table 2; Fig. 1). The validation of the method used
confirmed its reliability and stability.

Effects of GSP on ICC pacemaker potentials

ICC generated pacemaker potentials with a
resting membrane potential of -57.3 £ 1.2 mV and
amplitude of 25.1 £ 1.6 mV under the current clamp
mode (I = 0) (Fig. 2). GSP (1-5 mg/ml) depolarized

pacemaker potentials and decreased the amplitudes
in a concentration-dependent manner (Fig. 2A-2C).
The degrees of depolarization by GSP were 3.0 + 0.8
mV (p <0.001) at 1 mg/ml, 13.8 £ 1.0 mV (p < 0.0001)
at3 mg/ml, and 24.9+1.5mV (p <0.0001) at 5 mg/ml
(Fig. 2D), and the amplitudes were 22.2 + 1.6 mV (p <
0.05) at 1 mg/ml, 13.2 = 1.0 mV (P < 0.0001) at 3
mg/ml, and 3.6 £ 0.5 mV (p < 0.0001) at 5 mg/ml (Fig.
2E). These results showed that GSP dose-dependently
depolarized ICC pacemaker potentials.

Table 2. Concentrations of the GSE four marker compounds by
UPLC

Compound Content (Unit: mg/kg)
(-) Epicatechin 160.17 £ 2.52

(-) Epicatechin gallate 2.72+£0.26

Resveratrol 0.03 £ 0.0005

Nomilin 9.75 +0.36

Effects of 5-HT antagonists on GSP-induced
ICC depolarization

5-HT can influence several GI functions,
particularly motility control [15,16]. Previous studies
have shown that there are three 5-HT receptors (3, 4,
and 7) in the small intestinal ICC [17,18]. To
investigate if the serotonergic pathway was involved
in GSP-induced ICC depolarization, antagonists to
5-HT3 (Y25130), 5-HT4 (RS39604), 5-HT7 (SB269970), or
the mixture was administered to ICCs (Fig. 3).
Pretreatment with Y25130 or SB269970 slightly
inhibited the GSP-induced effects (Fig. 3A and 3C).
However, pretreatment with RS39604 had no effect on
GSP-induced  effects (Fig. 3B). In addition,
pretreatment with Y25130 and SB269970 together
completely blocked GSP-induced effects (Fig.3D).
The degrees of depolarization by GSP were 10.2 £ 0.9
mV (p < 0.0001) with Y25130, 24.7 £+ 1.2 mV with
RS39604, 8.8 £ 0.9 mV (p < 0.0001) with SB269970, and
14 + 04 mV (p < 0.0001) with both Y25130 and
SB269970 (Fig. 3E). The results showed that GSP
influenced ICC pacemaker potentials through both
5-HT3 and 7 receptors.

PKC or PKA pathway antagonists influence
GSP-induced ICC depolarization

To determine if the PKC or PKA pathway is
required for GSP-induced ICC depolarization, we
used various PKC or PKA pathway antagonists: a
broad-spectrum PKC inhibitor (staurosporine), a
calcium-dependent PKC a/f inhibitor (Go6976), a
calcium-independent PKC 6 inhibitor (rottlerin), an
inhibitor of adenylyl «cyclase (5Q22536), and
myristoylated PKA inhibitor. In the presence of PKC
inhibitors, GSP-induced ICC depolarization was
inhibited (Fig. 4A-4C). The degrees of depolarization
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were 17.1 £ 0.7 mV (p < 0.0001) by staurosporine, 15.9
+ 0.8 mV (p < 0.0001) by Go6976, and 22.3 £ 0.8 mV (p
< 0.01) by rottlerin (Fig.4D). In addition, in the
presence of PKA inhibitors, GSP-induced ICC
depolarization was also inhibited (Fig.4E and 4F).
The degrees of depolarization were 0.7 £ 0.4 mV (p <
0.0001) by 5Q22536, and 0.6 + 0.5 mV (p < 0.0001) by
myristoylated PKA inhibitor (Fig.4G). These results
showed that PKC or PKA pathway influenced
GSP-induced ICC depolarization.

MAPK pathway antagonists influence
GSP-induced ICC depolarization

To determine if the MAPK pathway is required

for GSP-induced ICC depolarization, we used various
MAPK pathway antagonists: a p42/44 inhibitor
(PD98059), a p38 inhibitor (SB203580), and c-jun
NHy-terminal kinase (JNK) II inhibitor. In the
presence of MAPK pathway inhibitors, GSP-induced
ICC depolarization was inhibited (Fig. 5A-5C). The
degrees of depolarization were 55 £ 0.5 mV (p <
0.0001) by PD98059, 10.1 + 1.2 mV (p < 0.0001) by
SB203580, and 10.2 £ 0.9 mV (p < 0.0001) by JNK II
inhibitor (Fig. 5D). The results showed that the MAPK
pathway influenced GSP-induced ICC depolarization.
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Figure 1. Ultra-performance liquid chromatography (UPLC) chromatogram of the composition of grape seed powder. (A) UPLC profile of the commercial standard compounds.
(B) UPLC profile of the four major compounds in GSP. Chromatograms were obtained at 280 nm ((-) epicatechin and (-) epicatechin gallate), 320 nm (resveratrol), and 254 nm

(nomilin).
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Figure 2. Effects of GSP on the pacemaker potentials of interstitial cells of Cajal. (A-C) GSP depolarized pacemaker potentials and suppressed the amplitude. (D and E) Summary
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GSP increases ITR in normal and GMD mice

In normal mice, the ITR was 50.8 + 2.8 % (Fig.
6A), which increased with GSP treatment (51.2 £2.9 %
at 0.01 g/kg, 58.8 +2.7 % at 0.1 g/kg, and 63.8 £3.6 %
at 1 g/kg) (Fig. 5A). In addition, ITR decreased in
AA-induced GMD model (29.7 £3.0 % vs. 51.2 + 3.8 %
in normal) (Fig. 6B). However, GSP restored this
response to 33.1 + 3.6 % at 0.01 g/kg, 43.7 £ 3.0 % at
0.01 g/kg, and 54.5 £ 3.3 % at 0.01 g/kg (Fig. 6B). GI
hormone levels in serum were evaluated by
radioimmunoassay. The levels of MTL (p < 0.01; Fig.
6C) and SP (p < 0.05; Fig. 6E) in the GI was
significantly elevated, but the levels of SS (Fig. 6D)
and VIP (Fig. 6F) showed no significant changes after
GSP administration. These results showed that
GSP-induced increase in ITR was mediated by an

increase in MTL and SP in normal and GMD mice.

Effects of GSP on the protein expression of
TRPM7, TMEMI6A, and c-kit.

TRPMY [12] and TMEM16A [19,20] channels and
c-Kit [11] play important roles in the biological and
physiological actions of ICCs. After treatment with
GSP, the expression of TRPM7, TMEM16A, and c-Kit
was evaluated using western blotting (Fig. 7A). The
expression of TRPM7 after SM treatment was almost
unchanged (Fig. 7B). However, the expression of
TMEM16A and c-kit increased by about 36 % (p <
0.05) and 29 % (p < 0.05), respectively (Fig. 7C and
7D). These results showed that the GSP-induced
increase in ITR was associated with an increase in the
expression of c-Kit and TMEM16A.
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Discussion

Grapes are one of the most consumed fruits
worldwide. Grape seeds are rich in vitamins, fiber,
and polyphenols, which are functional ingredients
that can address various health issues by boosting
natural physiological processes [1]. Grape seed can be
collected as a byproduct from any wine
manufacturing industry and the seeds of red wine
grapes are usually used in the preparation of GSP [1].
GSP attenuates the intracellular formation of reactive
oxygen species (ROS) and is considered a natural
antioxidant and free radical scavenger [3]. GSP
improves  inflammation @ and  hyperglycemia
associated with obesity [5] and suppresses the
increase in body weight in C57BL/6] mice with
high-fat diet (HFD)-induced obesity [21]. In addition,
it prevents inflammation by modulating the
expression of cytokines, such as C-reactive protein,
IL-6, and TNF-alpha [22]. In addition, GSP prevents

tumorigenesis and show chemo-preventive properties
against various cancers [23,24]. It may also be effective
against the development of Alzheimer’s disease and
potentially other neurodegenerative disorders [25-27].
GSP can also modulate the GI tract; it suppresses
DSS-induced colitis in the intestine through the
improvement of the intestinal barrier, reduction of
oxidative stress, and modulation of inflammatory
cytokines and gut microbiota, suggesting its potential
applicability as an adjuvant therapy for ulcerative
colitis [4,28]. GSP has protective roles against
inflammatory bowel disease through its ability to
influence gut inflammation, the expression of tight
junction proteins, and gut microbiota [7]. In addition,
GSP influences gut microbiota and enteroendocrine
secretions in female rats [29]. Although many studies
have reported that GSP is effective in the treatment of
many digestive tract disorders, few have reported the
effect of GSP on GI motility.
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ICCs are regarded as GI pacemaker cells
[12,30,31]. Abnormalities in ICCs have been
implicated in GI motility disorders [12,30,31].
Therefore, exploring the functions of ICCs is
considered to have great significance in
understanding GI motility. In the present study, we
investigated the regulatory effect of GSP on
physiological pacemaking in ICCs. We found that
GSP depolarized pacemaker potentials and decreased
their amplitudes in a concentration-dependent
manner (Fig. 2). Furthermore, we showed that
pretreatment with Y25130 or SB269970 resulted in
slight GSP-induced effects. However, pretreatment
with RS39604 did not influence GSP-induced effects.
In addition, pretreatment with Y25130 and SB269970
together completely blocked GSP-induced effects
(Fig. 3). We also found that PKC, PKA, and MAPK
pathways were involved in GSP-induced ICC
depolarization (Fig. 4 and 5). Additionally, GSP
increased the ITR in normal mice and restored the ITR
in GMD model mice (Fig. 6A and 6B). The level of
MTL and SP in the GI was significantly elevated, but
there were no changes in the levels of SS and VIP (Fig.
6C-6F). Moreover, the expression of TRPM7 after GSP
treatment was almost unchanged. However, the
expression of TMEM16A and c-kit increased (Fig. 7).
Therefore, through its ability to regulate GI motility,
GSP is a potential adjuvant for the treatment of
Gl-related diseases.

ICCs function as key neural stimulators of GI
motility [32]. They act through various receptors of
neurotransmitters and circulating hormones [32].
5-HT (serotonin) is localized in the enterochromaffin
cells of the GI mucosa and within neurons in the
enteric nervous system [33]. As an enteric
neurotransmitter, 5-HT affects neural modulation of
gut smooth muscle function and may act through
enteric nerves to influence GI functions [33]. Thus,
5-HT participates in many physiological processes
associated with digestion, including motility control.
5-HT receptors (mainly 5-HT3, 4 and 7 receptors) in
ICCs have been relatively well studied [34-36].
Serotonergic stimulation, one of the important
contributors to the brain-gut connection, also
modulates intracellular Ca?* in ICCs and generates
slow-wave potentials through 5-HT3, 4, and 7
receptors [37]. In this study, compounds in GSP may
have functioned as ligands for the receptors. Upon
treatment with 5-HT3 inhibitor, Y25130, or 5-HT7
inhibitor, SB269970, GSP-induced response was
suppressed (Fig. 3A and 3C); the administration of
5-HT4 inhibitor, RS39604, had no effect on the
GSP-induced response (Fig. 3B). However, when
Y25130 and SB269970 were administered together, the
GSP-induced response was completely blocked (Fig.

3D). Therefore, GSP-induced reaction was possibly
mediated by 5-HT3 and 5-HT7 receptors, and these
receptors may be the target of physiological or
pharmacological mechanisms for the development of
therapeutic agents for diseases associated with GI
motility. Muscarinic acetylcholine receptors are
present throughout the GI tract and are involved in
regulating the contraction of smooth muscles [38].
Acetylcholine secreted from the autonomic nerves in
the GI tract regulates the contraction of smooth
muscle through muscarinic receptors 2 and 3, and it is
known that 2 receptor is mainly present [39,40]. It is
also known that the 2nd and 3rd muscarinic receptors
exist in ICC [41]. In this study, the involvement of
muscarinic receptors was not investigated. This is
because the 5-HT receptor showed a sufficient
response. It is thought that further research is needed
in this area in the future.

According to previous studies, GSP responds
through various protein kinase pathway mechanisms
[42-45]. In this study, the PKC, PKA, and MAPK
pathways were involved in the GSP-induced
response, and compared with MAPK and PKA
response, PKC response was less involved (Fig. 4 and
5). PKA reaction was involved possibly due to the
increased activity of the adenylate cyclase pathway
mediated by 5-HT7 [42,43]. It has also been reported
that MAPK is highly involved in various reactive
mechanisms mediated by GSP [44,45]. MAPK is an
important signaling molecule that affects cellular
responses in various fields such as proliferation,
differentiation, migration, and apoptosis [46]. It also
plays an important role in various pathological
reactions such as cancer, cardiac hypertrophy, and
diabetes [46]. MAPK plays a role in leading the
proliferation and differentiation of cells in the GI tract
and also plays a role as a therapeutic target for GI
motility control by being involved in regulating the
contractile response of GI smooth muscle cells and
ICC [47]. Therefore, it is thought that GSP-induced
response is regulated by the protein kinase pathway
in many cells, including ICCs.

ITR refers to the time it takes for ingested food to
pass through the intestine. In this study, GSP
increased ITR in normal and GMD mice (Fig. 6A and
6B). GSP regulates ICC pacemaking; hence, the
increase in ITR is thought to be closely related to ICC
activation (Fig. 2). To explore other possible
mechanisms, we looked at changes in GI hormones.
GI hormonal changes can alter GI motility [48,49].
Changes in four representative hormones, MTL, SP,
SS, and VIP, were investigated, and the results
showed that GSP increased the levels of MTL and SP
hormones, but the levels of SS and VIP hormones did
not change (Fig. 6C-6F). Three cell surface proteins,
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TRPM7, c-Kit, and TMEM16A, are markers of ICC
activation [11,12,19,20]. In this study, the expression
of TMEM16A and c-Kit increased after GSP
administration, but the expression of TRPM7 did not
change (Fig. 7). Therefore, it is thought that
GSP-induced increase in ITR is related to the
activation of ICC, increase in the levels of MTL and SP
hormones, and the increase of the expression of
TMEM16A and c-Kit.

In summary, this study showed that: i) GSP
depolarized the pacemaker potentials in ICC; ii)
Y25130, a 5-HT3 antagonist, and SB269970, a 5-HT7
antagonist, inhibited GSP-induced responses; iii)
PKC, PKA, and MAPK inhibitors inhibited
GSP-induced responses; iv) GSP increased ITR values
in normal and GMD mice; v) GSP elevated the levels
of MTL and SP hormones but had no effect on the
levels of SS and VIP; vi) SM-induced ITR increase was
related to the increase in the protein expression of
c-kit and the TMEM16A proteins. Considering the
problems of conventional drugs for Gl motility
control, there is an urgent need for a safe and natural
therapeutic agent with few side effects and excellent
therapeutic efficacy. Taken together, GSP may be
useful in safely preventing or treating various
symptoms caused by GI disorders.

Acknowledgements

This research was supported by Basic Science
Research Program through the National Research
Foundation of Korea (NRF) funded by the Ministry of
Education (2021R111A3042479).

Competing Interests

The authors have declared that no competing
interest exists.

References

1. Gupta M, Dey S, Marbaniang D, et al. Grape seed extract: having a potential
health benefits. ] Food Sci Technol. 2020; 57: 1205-15.

2. Foshati S, Nouripour F, Sadeghi E, et al. The effect of grape (Vitis vinifera)
seed extract supplementation on flow-mediated dilation, blood pressure, and
heart rate: A systematic review and meta-analysis of controlled trials with
duration- and dose-response analysis. Pharmacol Res. 2021; 175: 105905.

3. Katsuda Y, Niwano Y, Nakashima T, et al. Cytoprotective effects of grape seed
extract on human gingival fibroblasts in relation to its antioxidant potential.
PL0S One. 2015; 10: e0134704.

4. Cheah KY, Bastian SE, Acott TM, et al. Grape seed extract reduces the severity
of selected disease markers in the proximal colon of dextran sulphate
sodium-induced colitis in rats. Dig Dis Sci. 2013; 58: 970-7.

5. Hogan S, Canning C, Sun S, et al. Dietary supplementation of grape skin
extract improves glycemia and inflammation in diet-induced obese mice fed a
Western high fat diet. ] Agric Food Chem. 2011; 59: 3035-41.

6. Vislocky LM, Fernandez ML. Biomedical effects of grape products. Nutr Rev.
2010; 68: 656-70.

7. Wang H, Xue Y, Zhang H, et al. Dietary grape seed extract ameliorates
symptoms of inflammatory bowel disease in IL10-deficient mice. Mol Nutr
Food Res. 2013; 57: 2253-7.

8. Kitazawa T, Kaiya H. Regulation of Gastrointestinal Motility by Motilin and
Ghrelin in Vertebrates. Front Endocrinol (Lausanne). 2019; 10: 278.

9. Rozé C. Neurohumoral control of gastrointestinal motility. Reprod Nutr Dev.
1980; 20: 1125-41.

10. Travagli RA, Anselmi L. Vagal neurocircuitry and its influence on gastric
motility. Nat Rev Gastroenterol Hepatol. 2016. 13: 389-401.

11

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24,

25.

26.

27.

28.

29.

30.

31

32.

33.

34,

35.

36.

37.

38.

39.

40.

Sanders KM, Koh SD, Ro S,et al. Regulation of gastrointestinal
motility--insights from smooth muscle biology. Nat Rev Gastroenterol
Hepatol. 2012; 9: 633-45.

Kim BJ, Lim HH, Yang DK, et al. Melastatin-Type Transient Receptor Potential
Channel 7 Is Required for Intestinal Pacemaking Activity. Gastroenterology.
2005; 129: 1504-17.

Kim BJ, Kim HW, Lee GS, et al. Poncirus trifoliate fruit modulates pacemaker
activity in interstitial cells of Cajal from the murine small intestine.
J Ethnopharmacol. 2013; 149: 668-75.

Moon SB, Choi NR, Kim JN, et al. Effects of black garlic on the pacemaker
potentials of interstitial cells of Cajal in murine small intestine in vitro and on
gastrointestinal motility in vivo. Anim Cells Syst. 2022; 26: 37-44.

Sikander A, Rana SV, Prasad KK. Role of serotonin in gastrointestinal motility
and irritable bowel syndrome. Clin Chim Acta. 2009; 403: 47-55.
Gershon MD, Tack J. The serotonin signaling system:
understanding to drug development for functional GI
Gastroenterology. 2007; 132: 397-414.

Liu HN, Ohya S, Nishizawa Y, et al. Serotonin augments gut pacemaker
activity via 5-HT3 receptors. PLoS One. 2011; 6: €24928.

Shahi PK, Choi S, Zuo DC, et al. 5-hydroxytryptamine generates tonic inward
currents on pacemaker activity of interstitial cells of cajal from mouse small
intestine. Korean ] Physiol Pharmacol. 2011; 15: 129-35.

Huang F, Rock JR, Harfe BD, et al. Studies on expression and function of the
TMEM16A calcium-activated chloride channel. Proc Natl Acad Sci. 2009; 106:
21413-8.

Zhu MH, Kim TW, Ro S, et al. A Ca(2+)-activated Cl(-)conductance in
interstitial cells of cajal linked to slow wave currents and pacemaker activity. J
Physiol. 2009; 587: 4905-18.

Ohyama K, Furuta C, Nogusa Y, et al. Catechin-rich grape seed extract
supplementation attenuates diet-induced obesity in C57BL/6] mice.
Ann Nutr Metab. 2011; 58: 250-8.

Terra X, Montagut G, Bustos M, et al. Grape-seed procyanidins prevent
low-grade inflammation by modulating cytokine expression in rats fed a
high-fat diet. ] Nutr Biochem. 2009; 20: 210-8.

Bagchi D, Swaroop A, Preuss HG, et al. Free radical scavenging, antioxidant
and cancer chemoprevention by grape seed proanthocyanidin: an overview.
Mutat Res. 2014; 768: 69-73.

Velmurugan B, Singh RP, Kaul N, et al. Dietary feeding of grape seed extract
prevents intestinal tumorigenesis in APCmin/+ mice. Neoplasia. 2010; 12:
95-102.

Thomas P, Wang Y], Zhong JH, et al. Grape seed polyphenols and curcumin
reduce genomic instability events in a transgenic mouse model for
Alzheimer’s disease. Mutat Res. 2009; 661: 25-34.

Wang Y], Thomas P, Zhong JH, et al. Consumption of grape seed extract
prevents amyloid-beta deposition and attenuates inflammation in brain of an
Alzheimer’s disease mouse. Neurotox Res. 2009; 15: 3-14.

Ho L, Yemul S, Wang J, et al. Grape seed polyphenolic extract as a potential
novel therapeutic agent in tauopathies. ] Alzheimers Dis. 2009;16: 433-9.
Sheng K, Zhang G, Sun M, et al. Grape seed proanthocyanidin extract
ameliorates dextran sulfate sodium-induced colitis through intestinal barrier
improvement, oxidative stress reduction, and inflammatory cytokines and gut
microbiota modulation. Food Funct. 2020; 11: 7817-29.

Casanova-Marti A, Serrano J, Portune K], et al. Grape seed proanthocyanidins
influence gut microbiota and enteroendocrine secretions in female rats. Food
Funct. 2018; 9: 1672-82.

Huizinga JD, Hussain A, Chen JH. Interstitial cells of Cajal and human colon
motility in health and disease. Am J Physiol Gastrointest Liver Physiol. 2021;
321: G552-75.

Zhu GY, Jia DD, Yang Y, et al. The Effect of Shaoyao Gancao Decoction on
Sphincter of Oddi Dysfunction in Hypercholesterolemic Rabbits via Protecting
the Enteric Nervous System-Interstitial Cells of Cajal-Smooth Muscle Cells
Network. J Inflamm Res. 2021; 14: 4615-28.

Al-Shboul O. The importance of interstitial cells of cajal in the gastrointestinal
tract. Saudi ] Gastroenterol. 2013; 19: 3-15.

Camilleri M. Serotonin in the Gastrointestinal Tract. Curr Opin Endocrinol
Diabetes Obes. 2009; 16: 53-9.

Ward SM, Beckett EAH, Wang X, et al. Interstitial cells of Cajal mediate
cholinergic neurotransmission from enteric motor neurons. J Neurosci. 2000;
20: 1393-403.

Mawe GM, Hoffman JM. Serotonin signalling in the gut-functions,
dysfunctions and therapeutic targets. Nat Rev Gastroenterol Hepatol. 2013; 10:
473-86.

Tino S, Horiguchi K. Interstitial cells of cajal are involved in neurotransmission
in the gastrointestinal tract. Acta Histochemica et Cytochemica. 2006; 39:
145-53.

Kim D, Kim JN, Nam JH, et al. Modulation of pacemaker potentials in murine
small intestinal interstitial cells of Cajal by gamisoyo-san, a traditional Chinese
herbal medicine. Digestion. 2018; 98: 56-68.

Tanahashi Y, Komori S, Matsuyama H, et al. Functions of Muscarinic Receptor
Subtypes in Gastrointestinal Smooth Muscle: A Review of Studies with
Receptor-Knockout Mice. Int ] Mol Sci. 2021; 22: 926.

Caulfield MP. Muscarinic receptors-characterization, coupling and function.
Pharmacol Ther. 1993; 58: 319-79.

Eglen RM, Hegde SS, Watson N. Muscarinic receptor subtypes and smooth
muscle function. Pharmacol Rev. 1996, 48, 531-65.

from basic
disorders.

https://www.medsci.org



Int. J. Med. Sci. 2022, Vol. 19

951

41.

42.

43.

44.

45.

46.

47.

48.

49.

Shahi PK, Choi S, Zuo DC, et al. 5-Hydroxytryptamine generates tonic inward
currents on pacemaker activity of interstitial cells of Cajal from mouse small
intestine. Korean ] Physiol Pharmacol. 2011; 15: 129-35.

Atanes P, Lacivita E, Rodriguez J, et al. The arylpiperazine derivatives
N-(4-cyanophenylmethyl)-4-(2-diphenyl)-1-piperazinehexanamide and
N-benzyl-4-(2-diphenyl)-1-piperazinehexanamide  exert a long-lasting
inhibition of human serotonin 5-HT7 receptor binding and cAMP signaling.
Pharmacol Res Perspect. 2013; 1: 00013.

Manfra O, Van Craenenbroeck K, Skieterska K, et al. Downregulation of 5-HT7
Serotonin Receptors by the Atypical Antipsychotics Clozapine and
Olanzapine. Role of Motifs in the C-Terminal Domain and Interaction with
GASP-1. ACS Chem Neurosci. 2015; 6: 1206-18.

Xu'Y, Huang Y, Chen Y, et al. Grape Seed Proanthocyanidins play the roles of
radioprotection on Normal Lung and radiosensitization on Lung Cancer via
differential regulation of the MAPK Signaling Pathway. J Cancer. 2021; 12:
2844-54.

Wang L, Zhan J, Huang W. Grape Seed Proanthocyanidins Induce Apoptosis
and Cell Cycle Arrest of HepG2 Cells Accompanied by Induction of the
MAPK Pathway and NAG-1. Antioxidants (Basel). 2020; 9: 1200.

Osaki LH, Gama P. MAPKs and signal transduction in the control of
gastrointestinal epithelial cell proliferation and differentiation. Int ] Mol Sci.
2013; 14: 10143-61.

Thara E, Akiho H, Nakamura K, et al. MAPKs represent novel therapeutic
targets for gastrointestinal motility disorders. World ] Gastrointest
Pathophysiol. 2011; 2: 19-25.

Camilleri M. Gastrointestinal Hormones and Regulation of Gastric Emptying.
Curr Opin Endocrinol Diabetes Obes. 2019; 26: 3-10.

Kitazawa T, Kaiya H. Regulation of Gastrointestinal Motility by Motilin and
Ghrelin in Vertebrates. Front Endocrinol (Lausanne). 2019; 10: 278.

https://www.medsci.org



