
836 © 2022 Pharmacognosy Magazine | Published by Wolters Kluwer - Medknow

ABSTRACT
The aim of the present study was to assess the impact of a Rhei 
Rhizoma and Citri Pericarpium  (RC) mixture on esophageal mucosal 
injury in rats with acute reflux esophagitis  (ARE). An experimental 
model of ARE was established surgically. RC mixture was administered 
at a dose of 100 or 200 mg/kg body weight 90 min prior to induction 
of ARE, and its effects were compared with those of the Control 
group, which underwent the ARE procedure without treatment. 
Administration of the RC mixture significantly ameliorated the severity 
of the histopathological changes compared with the ARE control group. 
Elevated levels of reactive oxygen species  (ROS) in the esophageal 
tissues of reflux esophagitis‑induced rats was significantly decreased by 
the RC mixture. Moreover, the increased ROS production induced by the 
increase in NADPH oxidase 4  (NOX4) and p22phox was down‑regulated 
by the RC mixture. The protein expression of inflammatory mediators 
and cytokines together with nuclear factor kappa B  (NF‑κB) through 
the degradation of inhibitor of NF‑κB was modulated by the RC mixture 
treatment. The levels of the anti‑inflammatory cytokines, such as 
interleukin  (IL)‑4 and IL‑10, were significantly increased. Additionally, 
RC mixture supplementation improved esophageal barrier function 
through upregulating claudin −1, −3 and −4 protein expression levels. 
Taken together, these results suggest that RC mixture treatment may 
attenuate the esophageal mucosal injury, possibly through suppression 
of ROS formation, inhibiting NF‑κB inflammatory signaling, and 
up‑regulating the expression of proteins associated with tight junction 
formation, including claudin −1, −3 and −4.
Key words: Acute reflux esophagitis, citri pericarpium, inflammation, rhei 
rhizoma, tight junctions

SUMMARY
•  RC mixture alleviated acute reflux esophagitis through both the inhibition 

of oxidative stress and the up‑regulation of TJ proteins, such as claudins. 
Moreover, RC mixture reduced significantly the pro‑inflammatory cytokines 
via the suppression of NF‑κB activation and also elevated dramatically anti‑

inflammatory cytokines. Therefore, RC mixture could be a clinical remedy for 

patients suffering acute reflux esophagitis in the future.

Abbreviations used: GERD: Gastroesophageal reflux disease; ARE: Acute 

reflux esophagitis; ROS: Reactive oxygen species; TJ: Tight junction; NOX4: 

NADPH oxidase 4; NF‑κB: Nuclear factor kappa B.
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INTRODUCTION
Gastroesophageal Reflux Disease (GERD) is one of the most prevalent 
gastrointestinal tract disorders, and it is characterized by regurgitation 
of gastric contents into the esophagus. The prevalence of GERD is ~20% 
in adults in western contries; however, the underlying pathophysiology 
incompletely understood.[1] The prevalence of GERD is predicted to 
increase with time, due to increasing consumption of alcohol, tobacco 
and high‑fat diets.[2] Additionally, the high prevalence of GERD has 
a significant socio‑economic burden due to the cost of prescription 
drugs, hospitalization, work absence and loss of productivity, whilst also 
adversely affects the quality of life, which is associated with the typical and 
clinical presentation of GERD including heartburn and regurgitation.[3,4] 
Proton pump inhibitors are commonly used to manage GERD; however, 
long term use can lead to serious complications.[5]

In recent years, significant progress has been made in explaining 
the esophageal barrier structure and function. This may allow easier 

identification and provide an improved understanding of potential 
therapeutic target that can help in the control of these diseases. The 
esophageal mucosa comprises of various constituents that serve 
as a defense barrier.[6,7]  This defensive barrier can be collapsed by 
prolonged and repetitive exposure to the refluxate, which consists of 
acidic gastric contents such as hydrochloric acid and pepsin leading to 
mucosal damage. Namely, disruption of this epithelial defense is shown 
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as a common phenomenon in GERD.[8] Tight junctions  (TJ) form a 
paracellular barrier protecting them from the external environment by 
the expression of tissue‑specific transport proteins or channels. Of the TJ 
proteins, the claudin family, comprised up to 27 members, is responsible 
for the formation of TJ strands and plays an important role in general 
epithelial transport physiology. Therefore, the dysfunction of TJ led 
to GERD, which is verified as damage to esophageal epithelium.[9‑11] 
During gastro‐esophageal reflux, gastric contents penetrated into the 
intercellular spaces led to inflammation, erosion, and necrosis.
The role of increased oxidative stress in the development of GERD has been 
well established.[12,13] Reactive oxygen species (ROS), such as hydrogen 
peroxide (H2O2), superoxide anions (O2

−) and hydroxyl radicals (−OH), 
as well as reactive nitrogen species, such as peroxynitrite  (OONO−) 
and nitric oxide  (NO) are released excessively into the inflammatory 
tissues, and this leads to their accumulation in the gastrointestinal tract. 
Therefore, oxidative stress is implicated in inflammation‑based GERD, 
and this serves a key role in its pathogenesis.[14]

Rhei Rhizoma  (Dahuang in Chinese) is a purgative and 
anti‑inflammatory agent widely used in Korean, Chinese and 
Japanese pharmacopoeias.[15] It is known to exert several beneficial 
effects, including anti‑inflammatory, antipyretic, anti‑angiogenic 
and antineoplastic properties.[16‑18] Moreover, in our previous study, 
the protective effect of Rhei Rhizoma in ARE was shown.[19] Citri 
Pericarpium has been widely used in Southeastern and Eastern Asia 
for treating respiratory and indigestion associated conditions.[20] 
Additionally, other pharmaceutical effects of Citri Pericarpium include 
anti‑inflammatory, antioxidant, anticancer, anti‑adipogenic, antiviral, 
anti‑microbial and anti‑allergenic properties, as well as neuroprotective 
effects.[21‑23]

Accordingly, the aim of the present study was to determine whether 
a Rhei Rhizoma and Citri Pericarpium  (RC) mixture could alleviate 
esophageal mucosal injury as a result of acute reflux esophagitis (ARE). 
In addition, the underlying mechanism by which the RC treatment 
exerted its effects on ARE was determined.

MATERIALS AND METHODS
Materials
Vitamin E and Phenyl methyl sulfonyl fluoride (PMSF) were provided 
by Sigma‑Aldrich; Merck KGaA. The protease inhibitor mixture 
solution and ethylenediaminetetraacetic acid  (EDTA) were provided 
from Wako Pure Chemical Industries, Ltd. Sodium carbonate was 
provided by Daejung Chemicals and Metals Co., Ltd. Sodium hydroxide 
was provided by OCI Company Ltd. Phosphoric acid was provided 
from Duksan company. 2’,7’‑Dichloro fluorescein diacetate (DCF‑DA) 
was provided by Molecular Probes  (Thermo Fisher Scientific, Inc.). 
The Pierce BCA protein assay kit was provided from Thermo Fisher 
Scientific, Inc. Enhanced chemiluminescence reagent  (ECL), western 
blotting detection reagents and pure nitrocellulose membranes were 
obtained from GE Healthcare. The following antibodies were purchased 
from Santa Cruz Biotechnology, Inc. Rabbit polyclonal NADPH 
oxidase 4 (NOX4), inhibitor of nuclear factor κBα (IκBα) and p22phox; 
mouse monoclonal interleukin  (IL)‑4 and IL‑10; goat polyclonal 
tumor necrosis factor‑α  (TNF‑α) and IL‑6; mouse polyclonal NF‑κB 
p65  (NF‑κBp65), phospho‑inhibitor of NF‑κBα  (p‑IκBα), claudin‑1, 
claudin‑3, claudin‑4, histone and β‑actin. Goat anti‑rabbit, rabbit 
anti‑goat and goat anti‑mouse immunoglobulin G  (IgG) horseradish 
peroxidase  (HRP)‑conjugated secondary anti‑bodies were purchased 
from GeneTex, Inc. All other chemicals and reagents were purchased 
from Sigma‑Aldrich; Merck KgaA, unless otherwise stated. Zoletil®50 
was purchased from Virbac Laboratory. Isotroy was purchased from 
Troikaa Pharmaceuticals, Ltd.

Preparation of the plant material
RC were purchased from Ominherb Co. Extracts of the dried Rhei 
Rhizoma (30 g) and Citri Pericarpium (30 g) were obtained by addition 
of  ×10 the volume of boiled water at room temperature  (2  h for each 
extraction), and the solvent was evaporated in vacuo to obtain an extract 
with a yield of 16.33% (Rhei Rhizoma) and 35% (Citri Pericarpium) by 
weight. The two prepared powders were stored at −80°C and dissolved in 
water when required.

Experimental animals and treatment
All animal experimental protocols were performed in accordance with the 
Animal Care and Use Committee of Daegu Haany University (approval 
no.DHU2020‑072). The 6‑week‑old male Sprague‑Dawley rats  (body 
weight, 180–200  g) were obtained from DaehanBioLink and allowed 
to acclimatize for 1  week. Rats were with a 12  h light/dark cycle, at a 
controlled humidity  (50% ± 5%) and temperature  (22°C  ±  2°C). 
During the adaptation period, we looked at them once a day. The rats 
were constantly monitored on the day of the experiment. After 1 week 
of adaptation, 40 rats were randomly divided into 5 groups (n = 8 per 
group) as follows:
(i) Normal, normal group; (ii) Control, ARE‑induced rats were treated 
with distilled water; (iii) Vitamin E, ARE‑induced rats were treated with 
Vitamin E (30 mg/kg body weight); (iv) RC100, ARE‑induced rats were 
treated with RC (100 mg/kg body weight); and (v) RC200, ARE‑induced 
rats were treated with RC (200 mg/kg body weight).
Herein, RC100 and RC200 were used by mixing RC  (1:1) just before 
drug treatment. We previously reported the protective effect of a 
mixture containing Rhei Rhizoma on reflux esophagitis.[24] Since the 
mixture exhibited a significant effect at 200  mg/kg body weight, the 
maximum concentration was set to 200 mg/kg body weight. Rats were 
fasted for 18 h prior to surgery, maintained with a raised mesh‑bottom 
cage to prevent co‑propagation, and water was supplied until surgery. 
A total of 90 min prior to surgery, rats were orally administered distilled 
water, vitamin E or RC. The general anesthesia of rats was performed 
using a modified protocol described by Ferrari et al.[25] A anesthesia was 
induced using tiletamine and zolazepam (Zoletil®50; 37.5 mg/kg), after 
which, the gastric gland was exposed and a midline laparotomy was 
performed, and both the pylorus and the transitional junction between 
the corpus and the forestomach was ligated with a 2‑0 silk thread as 
described previously by Pawlik et  al.[26] A total of 5  h after surgery, 
rats were anesthetized by Isotroy inhalation anesthesia (induction, 4% 
isoflurane; maintenance, 2% isoflurane) for 5–7  min. Subsequently, 
blood was drawn from the abdominal vein, and centrifuged at 4800 × g 
for 20 min at 4°C. After collecting blood samples of 2 mL, 40 rats were 
euthanized by cervical dislocation and the death of rats was confirmed 
through the absence of reflexes. Accordingly, total duration of this 
experiment is 8 days. The esophageal tissues were immediately stored 
at −80°C.

Esophageal mucosal damage ratio
After sacrificing animals, the rat esophagus was cut from the 
gastroesophageal junction to the pharynx. The dissected esophagus 
was imaged using an optical digital camera and then analyzed using the 
i‑Solution Lite software program (Innerview Co.).
The gross mucosal damage ratio as a percentage was calculated as 
follows: (Width of area with esophageal mucosal damage [mm2]/width 
of the total area of esophagus [mm2]) × 100.
Measurement of aspartate aminotransferase  (AST) and alanine 
aminotransferase (ALT) levels in serum. Hepatic functional parameters, 
AST and ALT, were measured using specific assay kits and a microplate 
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fluorescence reader  (Transaminase CⅡ‑Test; Wako Pure Chemical 
Industries Ltd.).

Measurement of reactive oxygen species levels in 
the serum
ROS, a marker of oxidative stress biomarker, was measured as described 
by Ali et al.[27] After mixing serum with 1 mM EDTA‑50 mM sodium 
phosphate buffer (pH 7.4), 25 mM DCF‑DA was added, and incubated 
for 30 min. The changes in fluorescence values were determined at an 
emission spectra of 535 nm and an excitation spectra of 485 nm using a 
ultraviolet‑visible spectrophotometer (Infinite M200 Pro; Tecan) every 
5 min for 30 min.

Preparation of cytosol and nuclear fractions
We used 7 out of 8 rats for western blotting. Protein extraction was 
performed as described by Komatsu,[28] with minor modifications. 
Briefly, the cytosolic fractions from the esophageal tissues were 
obtained by homogenization of the tissues in ice‑cold lysis 
buffer  (250  ml; containing 10 mM HEPES  [pH  7.8], 10 mM KCl, 2 
mM MgCl2, 1 mM DTT, 0.1 mM EDTA, 0.1 mM PMSF, and 1,250 µl 
protease inhibitor mixture solution). After incubation for 20  min at 
4˚C, the solution was centrifuged on a 5415R Centrifuge (Eppendorf). 
The supernatant (cytosolic fraction) was collected and placed in a clean 
e‑tube and the homogenate was incubated for 20 min at 4°C with 10% 
NP‑40, ensuring thorough mixing. After centrifugation  (19,200  ×  g 
for 2  min at 4°C, the pellets were washed twice with the lysis 
buffer and the supernatant was discarded. Next, the pellets were 
resuspended in 20  ml ice cold lysis solution consisting of 300 mM 
NaCl, 50 mM HEPES  (pH  7.8), 50 mM KCl, 1 mM DTT, 0.1 mM 
PMSF, 0.1 mM EDTA, 1% (v/v) glycerol and 100 µl protease inhibitor 
mixture solution suspended and incubated for 30  min at 4°C. After 
centrifugation (19,200 × g for 10 min at 4°C), the nuclear fraction was 
prepared to collect the supernatant. Both the cytosolic and nuclear 
fractions were stored at −80°C prior to the analysis.

Immunoblotting analysis
To determine the protein expression levels of NF‑κBp65  (SC‑8008; 
1:1000) and histone (SC‑8030; 1:1000), 12 µg protein from each nuclear 
fraction was loaded on a 10% SDS‑PAGE, resolved using SDS‑PAGE 
and transferred to a nitrocellulose membrane. The membrane was 
blocked in 5%  (w/v) skimmed milk solution for 1  h, then incubated 
with primary antibodies against NF‑κBp65 or histone overnight at 4°C. 
After the blots were washed, they were incubated with anti‑rabbit or 
anti‑mouse IgG HRP‑conjugated secondary antibody for 1 h at room 
temperature. In addition, 8 µg protein from each cytosolic fraction 
was resolved using 8%–15% SDS‑PAGE to analyze NOX4 (SC‑518092; 
1:1000), p22phox  (SC‑271968; 1:1000), claudin‑1  (SC‑166338; 1:1000), 
claudin‑3  (SC‑517546; 1:1000), claudin‑4  (SC‑376643; 1:1000), 
IL‑4 (SC‑53084; 1:1000), IL‑10 (SC‑365858, 1:1000), TNF‑α (SC‑133192; 
1:1000), IL‑6  (SC‑5735; 1:1000) and β‑actin  (SC‑4778; 1:1000) 
expression. Each antigen‑antibody complex was developed using 
ECL Western Blotting Detection Reagent, and visualized based on 
the chemiluminescence with a Sensi‑Q 2000 Chemidoc  (Lugen Sci 
Co., Ltd.). Densitometry analysis was measured using the ATTO 
Densitograph software  (ATTO Corporation) and quantified relative 
to the expression of histone or β‑actin. Protein expression levels in 
each group is expressed relative to that of the Normal rats (which was 
considered as 1).

Histological examination
For microscopic evaluation, esophageal tissue was fixed in 10% 
neutral‑buffered formalin and after embedding in paraffin, cut into 
2‑µm sections and stained using hematoxylin and eosin, for microscopic 
evaluation. The stained slices were observed under an optical microscope 
and analyzed using the i‑Solution Lite software program (InnerView Co.).

Statistical analysis
Data are presented as the mean  ±  standard deviation. Data were 
compared using a one‑way analysis of variance followed by Tukey’s 
post hoc test in SPSS version 26.0 (IBM Corp., Armonk, NY, USA). P < 
0.05 was considered to indicate a statistically significant difference.

RESULTS
Rhei Rhizoma and Citri Pericarpium mixture 
improves gross mucosal damage and histological 
changes in the esophagus
The gross observation of the esophagus was first used to determine 
the efficacy of RC mixture on the surgically induced ARE lesions. As 
shown in Figure  1a, the Normal group did not exhibit any detectable 
and definite damage of the esophageal mucosa, whereas the esophagus 
in the Control group showed notable changes in the morphology, 
including erosions and hyperemia. Additionally, gross mucosal damage 
in the RC‑treated groups was notably lower compared with the Control 
group [Figure 1b]. The histology of the esophagus in the Normal group 
exhibited a regular epithelium without infiltration of inflammatory 
cells. However, the esophagus in the ARE control group exhibited 
considerable inflammatory cell infiltration and the elimination of the 
mucosa [Figure 1c]. The esophageal mucosal damage was reduced in the 
rats treated with the RC mixture compared with that of the Control rats.

Rhei Rhizoma and Citri Pericarpium mixture 
significantly reduces serum reactive oxygen species 
levels
Serum analysis was used to detect the ROS levels, as an indicator of 
oxidative stress and inflammation. As shown in Figure 2, ROS levels in 
the Control group were markedly higher compared with the Normal 
group (10,457 ± 1287 vs. 20,829 ± 872 fluorescence/min/ml, P < 0.001), 
whereas the levels were significantly reduced in the RC mixture.

Rhei Rhizoma and Citri Pericarpium mixture 
significantly regulates the expression of markes of 
liver and kidney function
Figure 3 shows the effects of RC mixture on general biochemical serum 
parameters. The Control group showed significantly higher AST and 
ALT levels compared with the Normal group. Specifically, their levels 
were 1.51‑and 6.34‑fold higher in the Control group, respectively 
sompared with the Normal group. The increase in these parameters 
of hepatic function were significantly reduced in the RC200 group. In 
addition, BUN levels, which are used a parameter of kidney function 
were increased by administration of the RC mixture.

Esophageal NADPH oxidase expression is reduced 
by the Rhei Rhizoma and Citri Pericarpium mixture
NOX4 and p22phox protein expression was quantified using western 
blotting  [Figure  4]. The protein expression levels of ROS‑generating 
NADPH oxidases in the Control group were significantly increased 
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compared with the Normal group  (NOX4, 1.43  ±  0.15; p22phox, 
1.24 ± 0.08). Conversely, RC200 supplementation significantly decreased 
their levels.

Esophageal phospho-inhibitor of nuclear factor 
kappa B α and nuclear factor kappa B p65 protein 
expression is reduced by the Rhei Rhizoma and Citri 
Pericarpium mixture
The expression of inflammation‑related proteins, including p‑IκBα and 
NF‑κBp65 were examined. As shown in Figure 5, the protein expression 
levels of p‑IκBα and NF‑κBp65 were up‑regulated by 0.32‑and 0.25‑fold 
in the Control compared with the Normal group, whereas the increase 
in their expression was significantly reduced in the RC mixture treated 
ARE rats. In particular, treatment with RC200 reduced their levels to that 
observed in the Normal group.

Levels of inflammatory cytokines, such as tumor 
necrosis factor-α and interleukin-6, are reduced by 
the Rhei Rhizoma and Citri Pericarpium mixture
The protein expression levels of inflammatory cytokines, including 
TNF‑α and IL‑6, were examined. As shown in Figure  6, both TNF‑α 
and IL‑6 expression was significantly increased in the esophagus of the 
Control group compared with the Normal group, whereas these elevated 
levels were significantly reduced by treatment with the RC mixture. Here, 
TNF‑α levels were reduced to below that of the Normal group by the RC 
mixture.

Levels of anti-inflammatory cytokines, such as 
interleukin-4 and interleukin-10, are upregulated 
by the Rhei Rhizoma and Citri Pericarpium mixture
The protein expression levels of anti‑inflammatory cytokines, such 
as IL‑4 and IL‑10, were examined. As shown in Figure  7, the protein 
levels of IL‑4 and IL‑10 decreased in the esophagus of the Control 
group. Here, IL‑4 was significantly downregulated by 21.2% and IL‑10 
was significantly downregulated by 16.3%. However, these reduced 
levels were significantly increased in the RC mixture treated ARE rats 
compared with the Control group.

Expression of tight junction-related proteins 
is increased by the Rhei Rhizoma and Citri 
Pericarpium mixture
Expression of TJ‑related proteins was quantified, as they function 
to ensure the esophageal epithelium is adequately sealed to prevent 
leakage  [Figure  8]. In the Control group, claudin‑1,‑3 and‑4 protein 
expression was significantly downregulated compared with the Normal 
group. RC200 significantly increased the expression both claudin‑3 
and‑4, except for claudin‑1 compared with the Control group. RC200 
resulted in a greater increase in the expression of these TJ proteins.

DISCUSSION
Both RC are well documented for their anti‑inflammatory effects; 
however, the effects and the underlying mechanisms of the combination 
of these two treatments has not been assessed, to the best of our 
knowedge.[29,30] In the present study, the effects of the RC mixture on 

Figure 1: Rhizoma and Citri Pericarpium mixture reduces gross mucosal damage and histological changes in the esophagus. Representative images are 
shown.  (a) Gross images of esophageal mucosal damage,  (b) gross mucosal damage ratio and  (c) histological images of esophageal mucosal damage. 
Representative gross appearance and hematoxylin and eosin staining of acute reflux esophagitis-induced esophageal mucosal injury. Injury was notably 
ameliorated by Rhizoma and Citri Pericarpium mixture treatment. Magnification, x100; scale bar, 100 µm. ###P < 0.001 versus Normal, ***P < 0.001 versus 
Control. acute reflux esophagitis, acute reflux esophagitis; VitE: vitamin E; RC: Rhei Rhizoma and Citri Pericarpium; Normal, normal group; Control, acute 
reflux esophagitis control group; VitE, VitE 30 mg/kg body weight/day-treated acute reflux esophagitis group; Rhei Rhizoma and Citri Pericarpium 100, Rhei 
Rhizoma and Citri Pericarpium 100 mg/kg body weight/day-treated acute reflux esophagitis group; Rhei Rhizoma and Citri Pericarpium 200, Rhei Rhizoma 
and Citri Pericarpium 200 mg/kg body weight/day-treated acute reflux esophagitis group

c

b

a
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surgically induced ARE was assessed. Here, the highest concentration 
of RC mixture was set 200 mg/kg body weight based on the previously 

Figure  3: Rhei Rhizoma and Citri Pericarpium mixture significantly 
regulates the expression of functional markers of liver and kidney 
function. The increases in the levels of functional markers in the Control 
group were significantly decreased by Rhei Rhizoma and Citri Pericarpium 
supplementation. Data are expressed as the mean  ±  standard 
deviation (n = 8). ###P < 0.001 versus Normal group; **P < 0.01, ***P < 0.01 
versus Control. acute reflux esophagitis, acute reflux esophagitis; VitE: 
vitamin E; RC: Rhei Rhei Rhizoma and Citri Pericarpium; Normal, normal 
group; Control, acute reflux esophagitis control group; Vitamin E, Vitamin E 
30 mg/kg body weight/day-treated acute reflux esophagitis group; Rhei 
Rhizoma and Citri Pericarpium 100, Rhei Rhizoma and Citri Pericarpium 
100 mg/kg body weight/day-treated acute reflux esophagitis group; Rhei 
Rhizoma and Citri Pericarpium 200, Rhei Rhizoma and Citri Pericarpium 
200 mg/kg body weight/day-treated acute reflux esophagitis group

Figure  4: Esophageal NADPH oxidase expression is reduced by the 
Rhei Rhizoma and Citri Pericarpium mixture. The increased expression 
of NOX4 and p22phox in the Control group were significantly decreased 
by Rhei Rhizoma and Citri Pericarpium treatment. Data are expressed 
as the mean  ±  standard deviation  (n  =  7). ###P  <  0.001 versus Normal 
group; *P  <  0.05, **P  <  0.01, ***P  <  0.01 versus Control. Acute reflux 
esophagitis, acute reflux esophagitis; VitE: Vitamin E; RC: Rhei Rhei 
Rhizoma and Citri Pericarpium; Normal, normal group; Control, acute 
reflux esophagitis control group; Vitamin E, Vitamin E 30 mg/kg body 
weight/day-treated acute reflux esophagitis group; Rhei Rhizoma and 
Citri Pericarpium 100, Rhei Rhizoma and Citri Pericarpium 100 mg/kg 
body weight/day-treated acute reflux esophagitis group; Rhei Rhizoma 
and Citri Pericarpium 200, Rhei Rhizoma and Citri Pericarpium 
200  mg/kg body weight/day-treated acute reflux esophagitis group; 
NOX4, NADPH oxidase 4

Figure 5: Esophageal p-IκBα and nuclear factor-κBp65 protein expression 
is reduced by the Rhei Rhizoma and Citri Pericarpium mixture. Expression 
of p-IκBα and nuclear factor-κBp65 in the Control group was significantly 
decreased by Rhei Rhizoma and Citri Pericarpium treatment. Data are 
expressed as the mean  ±  standard deviation  (n  =  7). ###P  <  0.001 versus 
Normal group; **P  <  0.01, ***P  <  0.01 versus Control. acute reflux 
esophagitis, acute reflux esophagitis; VitE: Vitamin E; RC: Rhei Rhei 
Rhizoma and Citri Pericarpium; Normal, normal group; Control, acute 
reflux esophagitis control group; Vitamin E, Vitamin E 30  mg/kg body 
weight/day-treated acute reflux esophagitis group; Rhei Rhizoma and Citri 
Pericarpium 100, Rhei Rhizoma and Citri Pericarpium 100  mg/kg body 
weight/day-treated acute reflux esophagitis group; Rhei Rhizoma and Citri 
Pericarpium 200, Rhei Rhizoma and Citri Pericarpium 200  mg/kg body 
weight/day-treated acute reflux esophagitis group; nuclear factor-κBp65, 
nuclear factor κB p65; IκBα, inhibitor of nuclear factor-κBα; p-, phospho-

Figure  2: Rhei Rhizoma and Citri Pericarpium mixture significantly 
reduces serum reactive oxygen species levels. Effects of the Rhei 
Rhizoma and Citri Pericarpium mixture on the reactive oxygen species 
levels in rats with surgically induced acute reflux esophagitis. The 
Rhei Rhizoma and Citri Pericarpium mixture  (100 or 200  mg/kg) was 
administered 90  min before the surgical procedure. The increased 
reactive oxygen species levels in the control group were significantly 
decreased by administration of the Rhei Rhizoma and Citri Pericarpium 
mixture. Data are expressed as the mean ± standard deviation (n = 8). 
###P  <  0.001 versus Normal group, ***P  <  0.01 versus Control. reactive 
oxygen species, reactive oxygen species; acute reflux esophagitis, 
acute reflux esophagitis; VitE: Vitamin E; RC: Rhei Rhei Rhizoma and Citri 
Pericarpium; Normal, normal group; Control, acute reflux esophagitis 
control group; Vitamin E, Vitamin E 30 mg/kg body weight/day-treated 
acute reflux esophagitis group; Rhei Rhizoma and Citri Pericarpium 
100, Rhei Rhizoma and Citri Pericarpium 100  mg/kg body weight/
day-treated acute reflux esophagitis group; Rhei Rhizoma and Citri 
Pericarpium 200, Rhei Rhizoma and Citri Pericarpium 200 mg/kg body 
weight/day-treated acute reflux esophagitis group
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reported experiment. RC treatment significantly reduced the degree 
of esophageal mucosal damage in rats, reduced ROS production, 
inhibited activation of the NF‑κB inflammatory pathway, and restored 
the expression of TJ proteins. In addition, based on the levels of 
anti‑inflammatory cytokines, RC mixture significantly exerted protective 
effects on the inflammatory response.
ARE, which is considered as the early stage of GERD, is known to be 
regulated by numerous inflammatory mediators and other factors. 
These inflammatory mediators can decrease the lower esophageal 
sphincter pressure, degrade the mucosal barrier function, and reduce 
the esophageal peristalsis.[31,32] Recently, several studies showed that the 
severity of the inflammatory disorders in patients with reflux esophagitis 
is closely associated with oxidative stress.[33] ROS production results 
from the metabolic reactions, such as those that occur during the 
mitochondrial electron‑transport chain, which use oxygen, or through 
excessive activity of NAD(P)H. Additionally, it can arise through an 
imbalance in pro‑oxidant/anti‑oxidant reactions in living organisms.[34] 
Excess ROS can be affect physiological function through damage to basic 
structures of cells, including membranes, lipids, proteins and DNA. Thus, 
oxidative stress has been implicated in several human diseases, including 
reflux‑induced esophageal damage.[35,36] ROS scavengers were shown to 
prevent DNA damage and alleviate the various symptoms of esophageal 
disorders.[37] Kwon et  al.[24]  showed that the severity of esophageal 
mucosal damage on reflux esophagitis was increased when ROS levels 
were increased. In the present study, excessive stimulation of NAD(P)H 
isoforms, such as NOX4 and p22phox, or the increase in serum ROS in 
the Control group resulted in oxidative stress. Whereas, the increased 
ROS levels were significantly reduced by treatment with the RC mixture. 
This suggests that the RC mixture may effectively augment elimination 
of ROS.
Increased production of ROS can trigger the proinflammatory 
pathways of NF‑κB. NF‑κB is a ubiquitous transcription factor of 
inflammatory mediators that controls transcription of a diverse set of 
gene targets. It is involved in the cellular responses to various stimuli, 

such as free radicals, ROS, stress and cytokines. Under physical 
conditions, NF‑κB is bound to IκB in the cytoplasm, where IκB is 
an inhibitor of NF‑κB. However, the translocation of NF‑κB to the 
nucleus results in its activation, where it regulates gene expression.[38] 
NF‑κB activation results in increased production of inflammatory 
mediators, including enzymes, cytokines, cell adhesion molecules 
and chemokines.[39] NF‑κB stimulation promotes the expressions of 
pro‑inflammatory cytokines, such as TNF‑α and IL‑6. A  series of 
processes can exacerbate the inflammatory response.[40] However, 
anti‑inflammatory cytokines, such as IL‑4 and IL‑10, serve an 
antagonistic role, attenuating the inflammatory response and reducing 
the secretion of pro‑inflammatory cytokines.[41] The present study 
demonstrated that the RC mixture downregulated gene expression 
levels of TNF‑α, and IL‑6 whereas, IL‑4 and IL‑10 were upregulated, 
compared with the Control group. The RC mixture not only suppressed 
proinflammatory factors, but also increased anti‑inflammatory 
cytokines, via the inactivation of the NF‑κB pathway by inhibiting the 
phosphorylation of IκB.
The human epithelium is formed of epithelial cells, and the space 
between these cells is closely sealed by TJs. The failure of the TJ barrier 
function by detrimental inflammatory mechanisms is an important 
concept in gastrointestinal pathophysiology.[42] TJs consist of members 
of the claudin family of proteins, occludin, and junctional adhesion 
molecules. Claudins, which are TJ integral membrane proteins, help to 
maintain the specificity of TJ permeability and act as a key regulator of 
the paracellular pathway. Among the claudins, claudins‑1 and‑3 exhibit 
sealing functions, and H2O2‑mediated degradation of claudin‑3 results 
in the increased epithelial permeability.[42,43] Kojima et al.[44] reported 
that claudin‑4 was directly regulated by p63 in normal epithelial 
cells or diseases. Accordingly, the regulation of claudin‑4 in human 
epithelial cells is considered an important factor in the development 
of drug delivery systems. Additionally, Chen et al.[7] demonstrated that 
acid, pepsin, and bile acids disrupt epithelial barrier function partly 
by regulating TJ proteins, such as claudin‑1 and‑4. In the present 

Figure 7: The expression of inflammatory cytokines, such as interleukin-4 
and interleukin-10, is reduced by the Rhei Rhizoma and Citri Pericarpium 
mixture. The increased expression of interleukin-4 and interleukin-10 in 
the Control group compared with the Normal group was significantly 
reduced by treatment with the Rhei Rhizoma and Citri Pericarpium mixture. 
Data are expressed as the mean ± standard deviation (n = 7). ##P < 0.01, 
###P < 0.001 versus Normal group; **P < 0.01, ***P < 0.01 versus Control. 
ARE: Acute reflux esophagitis; VitE: Vitamin E; RC: Rhei Rhei Rhizoma and 
Citri Pericarpium; Normal, normal group; Control, acute reflux esophagitis 
control group; Vitamin E, Vitamin E 30  mg/kg body weight/day-treated 
acute reflux esophagitis group; Rhei Rhizoma and Citri Pericarpium 100, 
Rhei Rhizoma and Citri Pericarpium 100 mg/kg body weight/day-treated 
acute reflux esophagitis group; Rhei Rhizoma and Citri Pericarpium 200, 
Rhei Rhizoma and Citri Pericarpium 200 mg/kg body weight/day-treated 
acute reflux esophagitis group; IL-4: Interleukin-4; IL-10: Interleukin-10

Figure  6: Expression of the inflammatory cytokines tumor necrosis 
factor-α and interleukin-6 is reduced by the Rhei Rhizoma and Citri 
Pericarpium mixture. The increased levels of tumor necrosis factor-α and 
interleukin-6 in the Control group were significantly decreased by Rhei 
Rhizoma and Citri Pericarpium supplementation. Data are expressed as 
the mean ± standard deviation (n = 7). ###P < 0.001 versus Normal group; 
**P < 0.01, ***P < 0.01 versus Control. acute reflux esophagitis, acute reflux 
esophagitis; VitE: Vitamin E; RC: Rhei Rhei Rhizoma and Citri Pericarpium; 
Normal, normal group; Control, acute reflux esophagitis control group; 
Vitamin E, Vitamin E 30  mg/kg body weight/day-treated acute reflux 
esophagitis group; Rhei Rhizoma and Citri Pericarpium 100, Rhei Rhizoma 
and Citri Pericarpium 100  mg/kg body weight/day-treated acute reflux 
esophagitis group; Rhei Rhizoma and Citri Pericarpium 200, Rhei Rhizoma 
and Citri Pericarpium 200  mg/kg body weight/day-treated acute reflux 
esophagitis group; TNF-α: Tumor necrosis factor-α; IL-6: Interleukin-6
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study, claudin‑1,‑3 and‑4 were shown to be down‑regulated in the 
esophageal epithelium in the Control group, whereas RC mixture 
treatment significantly up‑regulated the expression of TJ proteins. 
These results suggest that the RC mixture reduced the disturbance to 
the esophageal barrier function by modulating TJ proteins in the ARE 
rat models.

CONCLUSION
Recent studies have shown that both oxidative stress and epithelial 
barrier dysfunction are damaging factors in esophageal mucosal damage, 
including in ARE. In the present study, administration of the RC mixture 
significantly reduced the levels of oxidative stress, and up‑regulated the 
expression of TJ proteins, such as claudin‑1,‑3 and‑4. Furthermore, the 
anti‑inflammatory effects of the RC mixture suggested that the inhibition 
of NF‑κB nuclear translocation resulted in reduced production of 
pro‑inflammatory enzymes and cytokines. Consequently, the RC mixture 
significantly ameliorated ARE‑induced esophageal mucosal damage. 
These results improve our understanding of effect and the underlying 
mechanism of the RC mixture in the management of ARE.

Financial support and sponsorship
This work has supported by the National Research Foundation of 
Korea  (NRF) grant funded by the Korea government  (MSIT)  (No. 
2018R1A5A2025272 and No. 2019R1I1A1A01064068).

Ethics approval and consent to participate
Animal experiments were carried out according to the “Guidelines for 
Animal Experimentation” approved by the Ethics Committee of the 
Daegu Haany University with certificate number DHU2020‑072.

Authors’ Contributions
Mi‑Rae Shin and Jin A Lee contributed equally to this work.  

REFERENCES
1. Roark  R, Sydor  M, Chatila  AT, Umar  S, Guerra  R, Bilal  M, et  al. Management of 

gastroesophageal reflux disease. Dis Mon 2020;66:100849.

2. Mungan  Z, Pınarbaşı Şimşek B. Which drugs are risk factors for the development of 

gastroesophageal reflux disease? Turk J Gastroenterol 2017;28:S38‑43.

3. Koh JC, Loo WM, Goh KL, Sugano K, Chan WK, Chiu WY, et al. Asian consensus on the 

relationship between obesity and gastrointestinal and liver diseases. J Gastroenterol Hepatol 

2016;31:1405‑13.

4. Chuang TW, Chen SC, Chen KT. Current status of gastroesophageal reflux disease: Diagnosis 

and treatment. Acta Gastroenterol Belg 2017;80:396‑404.

5. Yasawy MI, Randhawa MA. GERD is becoming a challenge for the medical profession: Is 

there any remedy? Hepatogastroenterology 2014;61:1623‑6.

6. De Giorgi F, Palmiero M, Esposito I, Mosca F, Cuomo R. Pathophysiology of gastro‑oesophageal 

reflux disease. Acta Otorhinolaryngol Ital 2006;26:241‑6.

7. Chen X, Oshima T, Shan J, Fukui H, Watari J, Miwa H. Bile salts disrupt human esophageal 

Figure  8: Expression of Tight junction-related proteins is increased by the Rhei Rhizoma and Citri Pericarpium mixture. The decreased expression of 
claudin-1, 3 and 4 in the Control group compared with the Normal group was significantly increased by Rhei Rhizoma and Citri Pericarpium treatment. 
Data are expressed as the mean ± standard deviation (n = 7). ###P < 0.001 versus Normal group; *P < 0.05, **P < 0.01, ***P < 0.01 versus Control. acute reflux 
esophagitis, acute reflux esophagitis; VitE: Vitamin E; RC: Rhei Rhei Rhizoma and Citri Pericarpium; Normal, normal group; Control, acute reflux esophagitis 
control group; Vitamin E, Vitamin E 30 mg/kg body weight/day-treated acute reflux esophagitis group; Rhei Rhei Rhizoma and Citri Pericarpium 100, Rhei 
Rhei Rhizoma and Citri Pericarpium 100 mg/kg body weight/day-treated acute reflux esophagitis group; Rhei Rhei Rhizoma and Citri Pericarpium 200, Rhei 
Rhizoma and Citri Pericarpium 200 mg/kg body weight/day-treated acute reflux esophagitis group



MI‑RAE SHIN, et al.: Protective Effect of RC Mixture in Acute Reflux Esophagitis

Pharmacognosy Magazine, Volume 17, Issue 76, October-December 2021 843

squamous epithelial barrier function by modulating tight junction proteins. Am J Physiol 

Gastrointest Liver Physiol 2012;303:G199‑208.

8. Kandulski A, Weigt J, Caro C, Jechorek D, Wex T, Malfertheiner P. Esophageal intraluminal 

baseline impedance differentiates gastroesophageal reflux disease from functional 

heartburn. Clin Gastroenterol Hepatol 2015;13:1075‑81.

9. Sawada N. Tight junction‑related human diseases. Pathol Int 2013;63:1‑12.

10. Förster C. Tight junctions and the modulation of barrier function in disease. Histochem Cell 

Biol 2008;130:55‑70.

11. Günzel D. Claudins: Vital partners in transcellular and paracellular transport coupling. Pflugers 

Arch 2017;469:35‑44.

12. Jaeschke  H. Reactive oxygen and mechanisms of inflammatory liver injury: Present 

concepts. J Gastroenterol Hepatol 2011;26 Suppl 1:173‑9.

13. Farhadi A, Fields J, Banan A, Keshavarzian A. Reactive oxygen species: Are they involved 

in the pathogenesis of GERD, Barrett’s esophagus, and the latter’s progression toward 

esophageal cancer? Am J Gastroenterol 2002;97:22‑6.

14. Kim  YJ, Kim  EH, Hahm  KB. Oxidative stress in inflammation‑based gastrointestinal tract 

diseases: Challenges and opportunities. J Gastroenterol Hepatol 2012;27:1004‑10.

15. Yang DY, Fushimi H, Cai SQ, Komatsu K. Molecular analysis of Rheum species used as Rhei 

Rhizoma based on the chloroplast matK gene sequence and its application for identification. 

Biol Pharm Bull 2004;27:375‑83.

16. Li D, Zhang N, Cao Y, Zhang W, Su G, Sun Y,et al. Emodin ameliorates lipopolysaccharide‑induced 

mastitis in mice by inhibiting activation of NF‑κB and MAPKs signal pathways. Eur J 

Pharmacol 2013;705:79‑85.

17. Lee D, Park S, Choi S, Kim SH, Kang KS. In vitro estrogenic and breast cancer inhibitory 

activities of chemical constituents isolated from Rheum undulatum L. Molecules 

2018;23:1215.

18. Zhu X, Zeng K, Qiu Y, Yan F, Lin C. Therapeutic effect of emodin on collagen‑induced arthritis 

in mice. Inflammation 2013;36:1253‑9.

19. Kwon OJ, Choo BK, Lee JY, Kim MY, Shin SH, Seo BI, et al. Protective effect of Rhei Rhizoma 

on reflux esophagitis in rats via Nrf2‑mediated inhibition of NF‑κB signaling pathway. BMC 

Complement Altern Med 2016;16:7.

20. He J, Chen C, He Q, Li J, Ying F, Chen G. The central bacterial community in Pericarpium Citri 

Reticulatae ‘Chachiensis’. Food Res Int 2019;125:108624.

21. Ho  SC, Kuo  CT. Hesperidin, nobiletin, and tangeretin are collectively responsible for the 

anti‑neuroinflammatory capacity of tangerine peel (Citri reticulatae pericarpium). Food Chem 

Toxicol 2014;71:176‑82.

22. Xu JJ, Wu X, Li MM, Li GQ, Yang YT, Luo HJ, et al. Antiviral activity of polymethoxylated 

flavones from “Guangchenpi”, the edible and medicinal pericarps of citrus reticulata ‘Chachi’. 

J Agric Food Chem 2014;62:2182‑9.

23. Hwang SL, Shih PH, Yen GC. Neuroprotective effects of citrus flavonoids. J Agric Food Chem 

2012;60:877‑85.

24. Kwon OJ, Kim MY, Shin SH, Lee AR, Lee JY, Seo BI, et al. Antioxidant and Anti‑Inflammatory 

effects of Rhei Rhizoma and Coptidis rhizoma mixture on reflux esophagitis in rats. Evid 

Based Complement Alternat Med 2016;2016:2052180.

25. Ferrari  L, Turrini  G, Rostello  C, Guidi  A, Casartelli  A, Piaia  A, et  al. Evaluation of two 

combinations of domitor, zoletil 100, and euthatal to obtain long‑term nonrecovery 

anesthesia in Sprague‑Dawley rats. Comp Med 2005;55:256‑64.

26. Pawlik  MW, Kwiecien  S, Pajdo  R, Ptak‑Belowska  A, Brzozowski  B, Krzysiek‑Maczka  G,  

et  al. Esophagoprotective activity of angiotensin‑(1‑7) in experimental model of acute 

reflux esophagitis. Evidence for the role of nitric oxide, sensory nerves, hypoxia‑inducible 

factor‑1alpha and proinflammatory cytokines. J Physiol Pharmacol 2014;65:809‑22.

27.  Ali  SF, LeBel  CP, Bondy  SC. Reactive oxygen species formation as a biomarker of 

methylmercury and trimethyltin neurotoxicity. Neurotoxicology 1992;13:637‑48.

28. Komatsu S. Extraction of nuclear proteins. Methods Mol Biol 2007;355:73‑7.

29. He ZH, Zhou R, He MF, Lau CB, Yue GG, Ge W, et al. Anti‑angiogenic effect and mechanism 

of rhein from Rhizoma Rhei. Phytomedicine 2011;18:470‑8.

30. Fu M, Zou B, An K, Yu Y, Tang D, Wu J, et al. Anti‑asthmatic activity of alkaloid compounds 

from Pericarpium Citri Reticulatae (Citrus reticulata ‘Chachi’). Food Funct 2019;10:903‑11.

31. Hampel  H, Abraham  NS, El‑Serag  HB. Meta‑analysis: Obesity and the risk for 

gastroesophageal reflux disease and its complications. Ann Intern Med 2005;143:199‑211.

32. di Pietro M, Alzoubaidi D, Fitzgerald RC. Barrett’s esophagus and cancer risk: How research 

advances can impact clinical practice. Gut Liver 2014;8:356‑70.

33. Pérez S, Taléns‑Visconti  R, Rius‑Pérez S, Finamor  I, Sastre  J. Redox signaling in the 

gastrointestinal tract. Free Radic Biol Med 2017;104:75‑103.

34. Bhat  AH, Dar  KB, Anees  S, Zargar  MA, Masood  A, Sofi  MA, et  al. Oxidative stress, 

mitochondrial dysfunction and neurodegenerative diseases; a mechanistic insight. Biomed 

Pharmacother 2015;74:101‑10.

35. Valko M, Leibfritz D, Moncol J, Cronin MT, Mazur M, Telser J. Free radicals and antioxidants 

in normal physiological functions and human disease. Int J Biochem Cell Biol 2007;39:44‑84.

36. Arulselvan P, Fard MT, Tan WS, Gothai S, Fakurazi S, Norhaizan ME, et al. Role of antioxidants 

and natural products in inflammation. Oxid Med Cell Longev 2016;2016:5276130.

37. Huo X, Juergens S, Zhang X, Rezaei D, Yu C, Strauch ED, et al. Deoxycholic acid causes DNA 

damage while inducing apoptotic resistance through NF‑κB activation in benign Barrett’s 

epithelial cells. Am J Physiol Gastrointest Liver Physiol 2011;301:G278‑86.

38. Moniruzzaman M, Ghosal  I, Das D, Chakraborty SB. Melatonin ameliorates H2O2‑induced 

oxidative stress through modulation of Erk/Akt/NFκB pathway. Biol Res 2018;51:17.

39. Nennig SE, Schank JR. The role of NFκB in drug addiction: Beyond inflammation. Alcohol 

Alcohol 2017;52:172‑9.

40. Lai JL, Liu YH, Liu C, Qi MP, Liu RN, Zhu XF, et al. Indirubin Inhibits LPS‑induced inflammation 

via TLR4 abrogation mediated by the NF‑kB and MAPK signaling pathways. Inflammation 

2017;40:1‑12.

41. Uttra AM, Alamgeer, Shahzad M, Shabbir A, Jahan S, Bukhari IA, et al. Ribes orientale: A novel 

therapeutic approach targeting rheumatoid arthritis with reference to pro‑inflammatory 

cytokines, inflammatory enzymes and anti‑inflammatory cytokines. J  Ethnopharmacol 

2019;237:92‑107.

42. Hashimoto  K, Oshima  T, Tomita  T, Kim  Y, Matsumoto  T, Joh  T, et  al. Oxidative stress 

induces gastric epithelial permeability through claudin‑3. Biochem Biophys Res Commun 

2008;376:154‑7.

43. Günzel D, Fromm  M. Claudins and other tight junction proteins. Compr Physiol 

2012;2:1819‑52.

44. Kojima T, Kohno T, Kubo T, Kaneko Y, Kakuki T, Kakiuchi A, et al. Regulation of claudin‑4 via p63 

in human epithelial cells. Ann N Y Acad Sci 2017;1405:25‑31.


