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Abstract: We previously reported the immunostimulatory effect of an exopolysaccharide fraction
from Pediococcus pentosaceus KFT18 (PE-EPS), a lactic acid bacterium, in macrophages and primary
splenocytes, as well as in cyclophosphamide-induced immunosuppressed mice. In this study, the
anti-colitic activity of PE-EPS was investigated in a dextran sulfate sodium (DSS)-induced colitis
animal model. PE-EPS relieved DSS-induced colitis symptoms, such as stool blood, decreased colon
length, crypt disruption, and mucus layer edema. Regarding the molecular mechanism, PE-EPS
reduced the enhanced expression of inducible nitric oxide synthase (iNOS), cyclooxygenase-2 (COX-
2), and pro-inflammatory cytokines (TNF-α, IL-6, and IL-1) in the colon tissue of colitis-induced mice.
Additionally, PE-EPS protected against DSS-induced phosphorylation of p65 and signal transducer
and activator of transcription 1 (STAT1). These findings suggested that the exopolysaccharide
fraction from Ped. pentosaceus KFT18 can be used to treat inflammatory bowel disease by alleviating
colonic inflammation.

Keywords: exopolysaccharide; Pediococcus pentosaceus; DSS-induced colitis; NF-κB; STAT1

1. Introduction

Inflammatory bowel diseases (IBD), including ulcerative colitis or Crohn’s disease,
are chronic inflammatory disorders of the gastrointestinal system [1]. Accordingly, IBD
has been investigated to understand the mechanisms of the disease’s progression and
to identify therapeutic targets. IBD is thought to be caused by several factors, including
poor eating habits and immunological responses [2]. Symptoms (weight loss, abdominal
pain, diarrhea, and bloody stool) and inflammatory responses (influx of neutrophils and
macrophages that secrete cytokines) in the intestinal mucosa are characteristic of IBD [3].

It has been previously reported that the development of IBD is highly linked to pro-
inflammatory cytokines such as interleukin (IL)-1β, (IL)-6, and tumor necrosis factor-alpha
(TNF-α) [4–6]. Therefore, antibodies that neutralize pro-inflammatory cytokines have been
considered for the treatment of IBD for in vivo [7] or clinical trials [8]. Several studies
have suggested a variety of biological factors (anti-TNF-α, anti-integrins, or anti-ILs) and
small molecules (tofacitinib, a non-selective Janus kinase (JAK) inhibitor) as the therapeutic
targets for the treatment of IBD. However, as those products have safety issues involving
headaches, dizziness, dermatologic problems, and acute anaphylaxis [9–11], further studies
on the development of medicines and healthy functional foods for IBD are required.
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Nuclear factor-kappa B (NF-κB) regulates both innate and adaptive immune responses
and is transiently induced by oxidative stress or pro-inflammatory cytokines [12]. A variety
of stimuli including ligands of cytokine receptors, TNF receptors, or pattern-recognition
receptors initiate the canonical NF-κB pathway and induce transient nuclear transloca-
tion of p50/RelA or p50/c-Rel dimers, which activate inducible nitric oxide synthase
(iNOS), cyclooxygenase-2 (COX-2), and pro-inflammatory cytokines [13,14]. Therefore, it is
assumed that the NF-κB pathway is the potential target as an anti-colitic agent [15,16].

Signal transducer and activator of transcription 1 (STAT1) is a transcriptional regulator
involved in the pathogenesis of the inflammatory disease. Translocation, DNA-binding
activity, and gene expression of STAT1 have been observed in the colonic tissue of IBD
patients [17,18]. Therefore, targeting this transcription factor has been frequently adopted as
a therapeutic strategy for IBD. For example, tofacitinib a JAK inhibitor has been developed
as a medicine for ulcerative colitis through the JAK-STAT pathway inhibition and has been
recently approved by the FDA for ulcerative colitis [19]. Additionally, natural products to
inhibit the JAK-STAT pathway have been investigated to treat ulcerative colitis [20].

Ped. pentosaceus contains metabolites, such as lactic acid bacteria and bacteriocin, which
make it useful in food preservation. Furthermore, numerous strains of Ped. pentosaceus have
been shown to have probiotic effects by themselves [21]. Kimchi, a typical Korean fermented
meal, was used to isolate Ped. pentosaceus KFT-18 [22]. We previously reported that PE-EPS,
an exopolysaccharide fraction extracted from Ped. Pentosaceus KFT18 can increase NO
and cytokines production pathway in the IFN-activated macrophages via upregulation
of the NF-κB pathway and IL-2 and IFN-γ productions in the anti-CD3/CD28-co-primed
primary splenocytes [23]. PE-EPS has been reported to show immunostimulatory effects
in the cyclophosphamide (CYP)-induced immunosuppressed mouse models, recovering
thymus and spleen conditions and hematological parameters such as the lymphocyte and
neutrophil count. Nevertheless, the anti-colitic action of PE-EPS in inflammatory conditions
is yet to be elucidated. In this regard, we hypothesized that the immunostimulatory effect of
PE-EPS can be associated with the homeostasis of the intestinal epithelium in experimental
colitis and contribute to the amelioration of colitis development. In this study, we aimed
to evaluate the anti-colitic effect and the molecular mechanism of PE-EPS in the dextran
sodium sulfate (DSS)-provoked colitis mouse model.

2. Materials and Methods
2.1. Chemicals and Reagents

All reagents and antibodies used in experiments were described in Supplementary
Materials (Supplementary Tables S1 and S2)

2.2. PE-EPS Preparation

PE-EPS exopolysaccharides were prepared as described in our previous work [23]. Briefly,
the strain used in this experiment was Ped. Pentosaceus KFT18 (KCCM No. KCCM11309P)
isolated from Kimchi. After incubation of Ped. Pentosaceus KFT18 with Man Rogosa
and Sharpe broth (Difco Laboratories, Detroit, MI, USA) with 2% sucrose for 48 h, the
supernatant was precipitated with ethanol, and PE-EPS was obtained. Proteins (3.5% w/w)
and carbohydrates (96.4%) were identified in the isolated PE-EPS, with the carbohydrate
component having a mixture of acidic (37.9%) and neutral (58.5%) sugars. PE-EPS contains
more than 63% high molecular weight polysaccharides (>2560 KDa), and its components
have been described in our previous work [23].

2.3. DSS-Induced Colitis Mouse

Seven-week-old male ICR mice were obtained from ORIENT BIO Inc. (Gyeonggi-do,
Republic of Korea). For one week, all mice were acclimated and fed rodent standard labo-
ratory chow on a 12 h light–dark cycle under constant conditions (temperature, 20 ± 5 ◦C;
humidity, 40–60%). The IBD mouse model was established after 7 day-acclimation with
drinking water containing 4% DSS (w/v) for seven days. The mice were categorized into
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five groups (n = 6 per group): (1) vehicle control group (mice drinking pure water and
taking a daily vehicle per oral [p.o.]); (2) DSS group (mice drinking water with DSS and
taking a daily vehicle [p.o.]); (3) 5-ASA group (mice drinking water containing DSS and
taking daily 5-ASA [75 mg/kg, p.o.]); (4) and (5) PE-EPS group (mice drinking water
containing DSS and taking daily PE-EPS [5 or 25 mg/kg, p.o.]). Before treatment, PE-EPS
and ASA were dissolved in the vehicle (0.9% saline) and orally administrated as a solution
state. Figure 1 shows the administration schedule for each reagent.
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Figure 1. Administration scheme of the DSS-induced colitis mouse model. Mice were provided
with 4% DSS in drinking water (ad libitum feeding) for seven days, with or without PE-EPS
(5 or 25 mg/kg/day, p.o.). The positive control entailed 5-ASA (75 mg/kg/day, p.o.).

During treatment, the disease activity index (DAI) was evaluated via daily recordings
of weight loss, stool consistency, and hemoccult (Table 1). Each score was made as follows:
body weight loss (0: none, 1: 1–5%, 2: 5–10%, 3: 10–20%, 4: >20%), stool consistency
(0: normal, 1 and 2: loose stool, 3 and 4: diarrhea), and hemoccult (0 = no blood, 2 = blood
trace in the stool clearly visible, 4 = gross rectal bleeding). On day 7, the mice were sacrificed,
and their colons were removed from the proximal rectum, close to their passage under
the pelvisternum. Their colon lengths were measured between their ileocecal junction and
proximal rectum.

Table 1. Evaluation criterion of disease activity index (DAI) [24–26].

Score Weight Loss (%) Stool Consistency Hemoccult

0 None Well form stool Negative
1 1–5 - -
2 5–10 Loose stool Positive
3 10–20 - -
4 >20 Diarrhea Gross bleeding

2.4. Hematoxylin and Eosin (H&E) Staining

Colon tissues were embedded in paraffin after treatment with 4% paraformaldehyde
in phosphate-buffered saline (PBS). H&E staining was conducted by Korea Experimental
Pathology, Inc. (Gyeonggi-do, Republic of Korea). The stained slides were studied and
photographed using a microscope (OLYMPUS cellSens Standard 1.9., Tokyo, Japan).

2.5. Protein Extraction and Western Blot Analysis

Colon tissues were obtained and homogenized using Tissue-TearorTM (BioSpec Prod-
ucts Inc., Bartlesville, OK, USA) with PRO-PREPTM protein lysis buffer (Intron Biotechnol-
ogy, Seongnam, Korea). After incubation at 4 ◦C for 30 min, the mixtures were centrifuged
(4 ◦C, 10,000× g for 40 min), and the supernatants were collected. A Bradford assay was
performed using a reagent (Bio-Rad, Hercules, CA, USA) to measure protein concentra-
tion. The equivalent amounts of protein were separated using 8–15% SDS-PAGE, and
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then transferred to polyvinylidene difluoride (PVDF) membranes. The membranes were
incubated with non-fat dry milk containing the primary antibodies at 4 ◦C overnight. Af-
ter incubation, the membranes were washed three times with 0.1% Tween-20-containing
Tris-buffered saline (T-TBS). They were incubated with the secondary antibodies conju-
gated with horseradish peroxidase (HRP) for 2–4 h at room temperature (18–22 ◦C). The
membranes were washed with T-TBS three times and developed with an enhanced chemi-
luminescence detection system (Amersham, Little Chalfont, UK).

2.6. Quantitative Real-Time Reverse-Transcriptase Polymerase Chain Reaction (qRT-PCR)

Easy Blue® kits (Intron Biotechnology, Seoul, Korea) were used to extract cellular RNA.
TOPscript™ RT Dry MIX was used to reverse-transcribe an equivalent amount of RNA
(500 ng per sample), and a Thermal Cycler Dice Real-Time System (TaKaRa Bio Inc., Shiga,
Japan) was used to perform quantitative real-time PCR amplification. The oligonucleotide
primers which are listed in Supplementary Table S3 are designed by Primer3 and the
specificity checking module uses BLAST. Amplification was measured by incorporation of
TB GreenTM Premix Ex Taq (TaKaRa Bio Inc., Shiga, Japan) to detect TNF-α, IL-1β, IL-6,
and β-actin mRNA expression. PCRs were carried out for 50 cycles applying the following
conditions: denaturation at 95 ◦C for 5 s, annealing at 55 ◦C for 10 s, and elongation
at 72 ◦C for 20 s. The mean Ct value of the gene of interest was calculated using triplicate
measurements and normalized against the mean Ct value of the control gene, β-actin.

2.7. Statistical Analysis

GraphPad Prism® version 8.0.1 software (GraphPad Software Inc., La Jolla, CA, USA)
was used to conduct the statistical analysis. Data are described as the mean ± standard error
(SEM). One-way analysis of variance (ANOVA) and Bonferroni’s post hoc test were used to
examine statistical differences, with p < 0.05 being considered statistically significant.

3. Results
3.1. PE-EPS Restores Clinical Symptoms in DSS-Induced Colitis Mice

We employed a DSS-induced colitis mouse, which has been widely used for its similar-
ities to the human IBD model [27], and assessed the DAI score daily based on pathological
symptoms like stool blood, stool consistency, and body weight change. We found that the
DAI score of the DSS group significantly increased (DAI score: 2.56 ± 0.38), but that the
score of the 5-ASA group (DAI score: 1.22 ± 0.46) and PE-EPS group (DAI score: 1.20 ± 0.36
and 0.90 ± 0.48 after treatment with 5 and 25 mg/kg/day PE-EPS, respectively) attenuated
the elevated DAI score by DSS administration (Figure 2A,B). After treatment, we assessed
the colon length derived from the mice as an evaluation factor for the occurrence of colitis.
As shown in Figure 2C,D, 4% DSS induced a decrease in colon length compared to the
vehicle control group. However, 5-ASA (75 mg/kg/day) or PE-EPS (5 or 25 mg/kg/day)
treatment potently restored the colon length.

Furthermore, isolated colon tissues were stained with H&E, and their pathological
alterations were analyzed. Disruption of crypts and enlargement of the submucosal layer in
DSS-treated colon tissue have been reported as hallmarks of the colitis state [28]. Compared
to the vehicle control group, the DSS-treated mice showed villus loss, disruption of crypts,
and edema of the muscle layer, meaning an expansion between the mucosa and submucosa
(Figure 3A). The shape of the colon tissue and symptoms were significantly (p < 0.001)
recovered in the PE-EPS (5 or 25 mg/kg/day) or 5-ASA-treated groups. The muscle layer
of colon tissue had become thicker in DSS-induced mice, while treatment of PE-EPS (5 or
25 mg/kg/day) or 5-ASA restored these symptoms (Figure 3B). These findings imply that
oral administration of PE-EPS protects against DSS-induced colonic damage.
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Figure 2. The anti-colitic effects of PE-EPS on the DSS-induced colitis model. (A,B) All mice ex-
cept for the control group were fed 4% DSS in their drinking water, and co-treated with 5-ASA
(75 mg/kg/day, p.o.) or PE-EPS (5 or 25 mg/kg/day) for 7 days. The disease activity index (DAI)
score was measured through observation of pathological symptoms such as loss of body weight, stool
consistency, and gross bleeding. (C,D) The colon tissue was extracted and measured with a caliper,
and the colon length in each group is indicated in the graph. Values are the mean ± SEM (n = 6);
### p < 0.001 vs. the vehicle control group; ** p < 0.01, *** p < 0.001 vs. the DSS group.

3.2. PE-EPS Decreases the mRNA and Protein Levels of iNOS and COX-2 in the DSS-Induced
Colitis Mice

When the tissues are damaged by colitis, the pro-inflammatory proteins such as iNOS
and COX-2 are upregulated in the colon tissue, and their expression levels are related to
the colonic damage [29]. We analyzed iNOS and COX-2 mRNA expression levels in the
colon tissue. As shown in Figure 4A,B, DSS treatment markedly increased mRNA levels
of iNOS and COX-2 in the colon tissue, whereas PE-EPS treatment, especially at a high
dose (25 mg/kg/day), significantly lowered the mRNA levels of iNOS and COX-2. Next,
we performed a Western blotting assay to investigate whether PE-EPS affected iNOS and
COX-2 protein expression. Protein expression levels of iNOS and COX-2 were significantly
higher in the DSS group than ones in the vehicle control group (Figure 4C,D). However,
PE-EPS treatment potently suppressed iNOS and COX-2 expressions in the colon tissues
of the DSS-treated mice. These results importantly suggest that PE-EPS may block the
DSS-provoked inflammation through the reduction of pro-inflammatory mediators.
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Figure 3. Histopathological effects of PE-EPS on the colon tissues of the DSS-induced colitis model.
(A) Representative sections of the colon tissues from the mice fed 4% DSS in drinking water for 7 days
with PE-EPS (5 or 20 mg/kg/day, p.o.). 5-ASA (75 mg/kg/day, p.o.) was prepared as a positive
control. The colon tissues were isolated from mice and then fixed with 4% formaldehyde in PBS.
The fixed tissues were stained with H&E staining and observed with the hallmarks of colitis by a
microscope. (B) The thickness of the mucus layer was measured by the Olympus program. Values are
the mean ± SEM (n = 6); ### p < 0.001 vs. the vehicle control group; *** p < 0.001 vs. the DSS group.
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Figure 4. The effects of PE-EPS on the expression levels of iNOS and COX-2 mRNA and protein of
the DSS-induced colitis model. (A,B) The colon tissues were homogenized and purified RNA was
obtained. The mRNA expression level of iNOS or COX-2 was measured by qRT-PCR. The expression
levels of iNOS and COX-2 were adjusted with β-actin. (C,D) The colon tissues were homogenized in
a protein lysis buffer, and the protein lysates were separated by SDS-PAGE, and then transferred to
the PVDF membranes. The antibodies against iNOS and COX-2 were used to detect protein levels of
iNOS and COX-2, and β-actin was an internal control. The relative densitometry of blot data was
measured by Quantity one. Values are the mean ± SEM (n = 6); ## p < 0.01, ### p < 0.001 vs. the
vehicle control group; * p < 0.05, *** p < 0.001 vs. the DSS group.

3.3. PE-EPS Suppresses Production of Pro-Inflammatory Cytokines of the DSS-Induced Colitis Mice

In the colon tissue or blood from DSS-induced colitis mice, the mRNA and protein
levels of pro-inflammatory cytokines (TNF-α, IL-6, and IL-1 β) are enhanced [30–32]. Based
on the reports, we thereby evaluated the mRNA expression levels of TNF-α, IL-6, and IL-1β
in colonic tissue. The mRNA expression levels of TNF-α, IL-6, and IL-1β in colon tissue
of the DSS-induced colitis group were considerably elevated by the 4% DSS treatment
(Figure 5A–C). IL-6 and IL-1β mRNA expression levels were significantly suppressed in
colon tissue after the PE-EPS treatment, particularly in the high-dose (25 mg/kg/day)-
treated mice, but TNF-α was not significantly affected. These findings imply that PE-EPS
treatment can reduce the expression of pro-inflammatory cytokines such as IL-1β and IL-6
in the colitis colon tissues.
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Figure 5. The effect of PE-EPS on mRNA expression levels of the pro-inflammatory cytokines in the
DSS-induced colitis model. (A–C) The colon tissues were homogenized, and purified RNA was ob-
tained. The mRNA expression levels of TNF-α, IL-6, and IL-1β were quantified by qRT-PCR. The lev-
els of TNF-α, IL-6, and IL-1β were adjusted by β-actin. Values are the mean ± SEM (n = 6); # p < 0.05,
## p < 0.01, ### p < 0.001 vs. the vehicle control group; * p < 0.05, *** p < 0.001 vs. the DSS group.

3.4. PE-EPS Suppresses DSS-Induced Activation of the NF-κB and STAT1 Pathways in Colons of
the Colitis Mice

In ulcerative colitis, NF-κB and STAT1 are frequently studied as important transcrip-
tional factors that can control the expression of cytokines, and provoke immunological
responses including inflammation in the intestinal tract [33,34]. Therefore, we studied
the effects of PE-EPS on phosphorylation levels of p65 and STAT1 in the colon tissues
of the DSS-treated mice by a Western blot analysis. The colon tissue extracted from the
DSS-treated group confirmed the enhanced phosphorylation levels of p65 and STAT1,
but the samples from the PE-EPS-treated mice were similar to the vehicle control group
(Figure 6). These findings indicate that suppression of iNOS, COX-2, and pro-inflammatory
cytokines are responsible for the anti-colitic effects of PE-EPS.
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Figure 6. Effect of PE-EPS on phosphorylation levels of p65 and STAT1 in the DSS-induced colitis
model. The colon tissues were homogenized in protein lysis buffer, and protein lysates were separated
by SDS-PAGE, and then transferred to the PVDF membrane. The protein expression level was
measured using antibodies against phospho-p65, p65, phospho-STAT1, and STAT1. As an internal
standard, β-actin was used. The densitometry of blot data was measured by Quantity one. Values are
the mean ± SEM (n = 6); ### p < 0.001 vs. the vehicle control group; *** p < 0.001 vs. the DSS group.

4. Discussion

EPS from bacteria is a surface molecule that acts as a crosstalk mediator between
probiotics and the host. The stimulation of macrophages by EPS from lactic acid bacteria
revealed their significant immunomodulatory and anti-tumor properties [35]. In previous
reports, treatment of intestinal epithelial cells with EPS from Lactobacillus reuteri promoted
upregulation of the pro-inflammatory factors (TNF-α, IL-6, and NF-κB) and inhibited
adherent contacts with some gut bacteria such as Escherichia coli [36]. Liu et al. demonstrated
that exopolysaccharides from Lactobacillus helveticus relieved symptoms of the DSS-induced
colitis mice model [37]. EPS produced by Streptococcus thermophilus protected intestinal
barrier integrity from the disruption by lipopolysaccharide in Caco-2 monolayer, increased
expression of the tight junction and alleviated pro-inflammatory response [38]. In addition,
we reported that EPS from Bacillus subtilis with proven immune enhancement contributed
to the maintenance of the intestinal barrier integrity in the DSS-induced colitis mouse
model via regulation of the immune cells and inflammatory response [24]. Based on several
previous studies, we speculated on the development possibility of EPS as a therapeutic
agent for IBD. Therefore, in the present study, we investigated the anti-colitis effects of the
bacterial EPS extracted from Pediococcus pentosaceus KFT-18 in the DSS-induced colitis mice
to alleviate the immune responses in the IBD.

We used several evaluation factors to quantify the induction of colitis in an IBD mouse
model. DAI was performed, and the entire colon length was measured because drinking
water with DSS causes acute colitis with recognizable symptoms, such as hyperemia and
bloody diarrhea [39]. PE-EPS treatment significantly reduced elevated DAI scores and
intestinal contractions caused by DSS administration. H&E staining was also used to
assess histopathological changes such as granulocyte infiltration and disruption in the
basal crypts of intestinal epithelial cells [40,41]. The crypt is a tube-like gland in the colon,
and pluripotent stem cells are located at the bottom of the crypt. Stem cells can reproduce
and renew the colonic epithelium to provide tissue homeostasis and mucosal barrier
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integrity [42]. Our data revealed that the DSS treatment induced a crypt collapse and
submucosal edema, but PE-EPS treatment significantly reversed the histological damages,
supposing that PE-EPS might regulate the expression of tight junction protein. Tight
junctions are multiple protein complexes composed of four transmembrane proteins, such
as claudins, occludin, junctional adhesion molecules, tricellulin, and a wide spectrum of
cytosolic proteins involving zonulae occluden and cingulin [43]. The downregulation of
tight junction barrier function is closely associated with the invasion of intestinal pathogens
in the colon wall leading to the pathogenesis of intestinal inflammation.

Infection or injury triggers an inflammatory response, causing overexpression of vari-
ous pro-inflammatory factors, such as iNOS, which produces nitric oxide throughout the
inflammatory responses. COX-2 is also upregulated during the inflammatory response and
produces prostaglandins, a bioactive molecule derived from arachidonic acid [44]. As these
enzymes are important in the modulation of inflammation, we examined their mRNA and
protein levels. We found out that PE-EPS suppressed the DSS-elevated levels of iNOS and
COX-2 mRNAs and proteins. These findings were consistent with previous reports [25,45],
which indicated that the PE-EPS treatment reduced inflammatory responses in the colon
tissues. Among the inflammatory mediators, cytokines are functional proteins secreted
by various cells for cell interactions and communication [46]. Pro-inflammatory cytokines
(TNF-α, IL-6, and IL-1β) and anti-inflammatory cytokines (IL-4, IL-10, IL-11, and IL-13)
are examples of cytokines that regulate inflammatory responses by activating or suppress-
ing immune cells [46]. These pro-inflammatory cytokines are particularly abundant in
immune cells (macrophages, monocytes, T cells, and B cells) and play important roles in
inflammatory diseases [47]. We used qRT-PCR to examine the mRNA expression levels
of pro-inflammatory cytokines, including TNF-α, IL-6, and IL-1β, in colon tissue because
higher protein and mRNA levels of these cytokines were observed in the DSS-induced
colitis animal model [48,49]. The results showed a potent decrease in IL-6 and IL-1β mRNA
levels following the PE-EPS treatment. Therefore, further studies on other factors that may
affect DSS-induced colitis, such as anti-inflammatory cytokines or tight junction proteins
are needed.

Cytokine-induced transcription factor activation may reveal additional insights into
key steps of the complex cytokine network in IBD therapy [17]. In the mucosal immune
system, many immune regulatory genes contain specific binding sites for the STAT family
and NF-κB in their promoter regions. STAT proteins are dormant cytoplasmic transcription
factors that become activated after phosphorylated by Janus kinases (JAK) or other kinases
in response to the binding of cytokine or growth factor receptors. STAT homo- or STAT het-
erodimers indicating activation translocates into the nucleus and binds to specific promoter
elements to regulate inflammatory gene expression. Among the STAT family, since the
activation of STAT1 triggers an important signaling pathway for many cytokines, various
pro-inflammatory proteins such as iNOS and COX-2, and growth factor receptors [50], the
STAT1 signaling pathway might play a role in the pathogenesis of IBD. Similar to the STAT
family, NF-κB also plays an essential role in the signaling of inflammatory reactions that
produce a variety of cytokines and chemokines [13]. NF-κB-induced cytokines further
stimulate, activate and differentiate lamina propria immune cells, which aggravate the
perpetuation of mucosal inflammation [16]. In these regards, since these transcriptional
factors contribute to the development of IBD [51–53], we examined the phosphorylation
levels of STAT1 and p65, which are involved in the activation of the STAT1 and NF-κB path-
ways. In the present study, phosphorylation of p65 and STAT1 was significantly reduced
by the anti-colitis effects of PE-EPS in the DSS-induced colitis mice, and we speculated a
prevention possibility of signaling crosstalk between STAT1 and NF-κB by PE-EPS treat-
ment. The phosphorylation and nuclear translocation of STAT1 homodimers upregulate
the expression of several signaling components of the TLR signaling pathway, such as TLRs
and co-receptors MD2 and CD14 [54]. SOCS1, a negative regulator of STAT1 signaling,
promotes the degradation of TIRAP, which recruits MyD88 to TLR2 and TLR4 triggering
NF-κB transcription. Consequently, we recognized that STAT1 and NF-κB pathways can
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be a key target of PE-EPS for IBD, and at the same time considered that further work will
be required to delineate the regulation of crosstalk between STAT1 and NF-κB in various
molecular biological analysis.

In the present study, we realized many limitations in our research to prove the im-
provement mechanism of PE-EPS in IBD. It has been shown that polysaccharides can
play direct and indirect roles in efficacy with multichannel, multilevel, and multitarget
processes [55]. Thereby, at this stage, it is even more difficult to estimate whether PE-EPS or
its metabolites are pharmacodynamic active substances, especially after oral administration.
Nevertheless, their biological activities are closely correlated to their chemicophysical prop-
erties including their structure, molecular weight, and charge through the pharmacokinetic
or pharmacodynamic pathways [56]. To overcome the limitations of our research, we are
preparing the pilot scale production of PE-EPS with Korea Food Research Institute and will
further investigate the detailed molecular mechanisms including intestinal barrier integrity
via regulation of tight junction protein, modulation of immune cell-related inflammatory
mediators, the crosstalk signaling between transcription factors, and transition of micro-
biota composition and the pharmacokinetic pathway to develop the future therapeutic
agents using PE-EPS in IBD.

5. Conclusions

In summary, PE-EPS treatment attenuates the inflammatory response such as iNOS,
COX-2, and other pro-inflammatory cytokines expressions in the colonic tissues by sup-
pressing the STAT1/NF-κB pathway, resulting in the repair of colonic damage induced
by DSS administration. The present study elucidated the mechanism underlying the anti-
colitis effects of PE-EPS in the DSS-induced mice model and proposed the use of EPS
generated by the probiotics in the anti-inflammatory therapy for IBD patients.

Supplementary Materials: The following supporting information can be downloaded at:
https://www.mdpi.com/article/10.3390/polym14173594/s1, Table S1: Agents’ information used in
experiments; Table S2: Antibody information used in experiments; Table S3: List of primers.

Author Contributions: Conceptualization, J.-H.L., Y.K.R. and K.-T.L.; data curation, J.-H.L. and
K.-S.C.; formal analysis, J.-H.L., K.-S.C., J.-S.S. and K.-T.L.; funding acquisition, Y.K.R. and K.-T.L.;
investigation, J.-H.L. and J.-S.S.; methodology, J.-H.L., K.-S.C., J.-S.S., S.L., Y.K.R., M.-K.L. and
H.-D.H.; project administration, J.-S.S. and Y.K.R.; resources, Y.K.R.; supervision, K.-T.L.; validation,
J.-S.S.; visualization, J.-H.L. and K.-S.C.; writing—original manuscript, J.-H.L., K.-S.C. and J.-S.S.;
writing—review, editing, and revision, S.-H.J., Y.K.R. and K.-T.L. All authors have read and agreed
to the published version of the manuscript.

Funding: This research was supported by Medical Research Program through the National Research
Foundation of Korea (NRF) funded by the Ministry of Science and ICT (NRF-2017R1A5A2014768);
supported by Main Research Program of the Korea Food Research Institute (KFRI) funded by Ministry
of Science and ICT.

Institutional Review Board Statement: All animal studies followed the university guidelines, and
were approved by the Animal Care Committee of Kyung Hee University according to an animal
protocol (Approve No. KHUASP(SE)-17-148).

Informed Consent Statement: Not applicable.

Data Availability Statement: Not applicable.

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

References
1. Salas, A.; Hernandez-Rocha, C.; Duijvestein, M.; Faubion, W.; McGovern, D.; Vermeire, S.; Vetrano, S.; Vande Casteele, N.

JAK-STAT pathway targeting for the treatment of inflammatory bowel disease. Nat. Rev. Gastroenterol. Hepatol. 2020, 17, 323–337.
[CrossRef] [PubMed]

2. Seyedian, S.S.; Nokhostin, F.; Malamir, M.D. A review of the diagnosis, prevention, and treatment methods of inflammatory
bowel disease. J. Med. Life 2019, 12, 113–122. [CrossRef]

https://www.mdpi.com/article/10.3390/polym14173594/s1
http://doi.org/10.1038/s41575-020-0273-0
http://www.ncbi.nlm.nih.gov/pubmed/32203403
http://doi.org/10.25122/jml-2018-0075


Polymers 2022, 14, 3594 12 of 14

3. Guan, Q. A Comprehensive Review and Update on the Pathogenesis of Inflammatory Bowel Disease. J. Immunol. Res.
2019, 2019, 7247238. [CrossRef] [PubMed]

4. Neurath, M.F. Cytokines in inflammatory bowel disease. Nat. Rev. Immunol. 2014, 14, 329–342. [CrossRef]
5. Sands, B.E.; Kaplan, G.G. The role of TNFalpha in ulcerative colitis. J. Clin. Pharmacol. 2007, 47, 930–941. [CrossRef] [PubMed]
6. Atreya, R.; Neurath, M.F. Involvement of IL-6 in the pathogenesis of inflammatory bowel disease and colon cancer.

Clin. Rev. Allergy Immunol. 2005, 28, 187–196. [CrossRef]
7. Ogata, H.; Hibi, T. Cytokine and anti-cytokine therapies for inflammatory bowel disease. Curr. Pharm. Des. 2003, 9, 1107–1113.

[CrossRef]
8. van Dullemen, H.M.; van Deventer, S.J.; Hommes, D.W.; Bijl, H.A.; Jansen, J.; Tytgat, G.N.; Woody, J. Treatment of Crohn’s disease

with anti-tumor necrosis factor chimeric monoclonal antibody (cA2). Gastroenterology 1995, 109, 129–135. [CrossRef]
9. Al-Bawardy, B.; Shivashankar, R.; Proctor, D.D. Novel and Emerging Therapies for Inflammatory Bowel Disease. Front. Pharmacol.

2021, 12, 651415. [CrossRef]
10. Vulliemoz, M.; Brand, S.; Juillerat, P.; Mottet, C.; Ben-Horin, S.; Michetti, P.; on behalf of Swiss IBDnet, an official working group

of the Swiss Society of Gastroenterology. TNF-Alpha Blockers in Inflammatory Bowel Diseases: Practical Recommendations and
a User’s Guide: An Update. Digestion 2020, 101 (Suppl. S1), 16–26. [CrossRef]

11. Hansel, T.T.; Kropshofer, H.; Singer, T.; Mitchell, J.A.; George, A.J. The safety and side effects of monoclonal antibodies.
Nat. Rev. Drug. Discov. 2010, 9, 325–338. [CrossRef]

12. Taniguchi, K.; Karin, M. NF-kappaB, inflammation, immunity and cancer: Coming of age. Nat. Rev. Immunol. 2018, 18, 309–324.
[CrossRef]

13. Liu, T.; Zhang, L.; Joo, D.; Sun, S.C. NF-kappaB signaling in inflammation. Signal Transduct. Target Ther. 2017, 2, 17023. [CrossRef]
14. Hsieh, I.N.; Chang, A.S.; Teng, C.M.; Chen, C.C.; Yang, C.R. Aciculatin inhibits lipopolysaccharide-mediated inducible nitric oxide

synthase and cyclooxygenase-2 expression via suppressing NF-kappaB and JNK/p38 MAPK activation pathways. J. Biomed. Sci.
2011, 18, 28. [CrossRef]

15. Choi, J.H.; Chung, K.S.; Jin, B.R.; Cheon, S.Y.; Nugroho, A.; Roh, S.S.; An, H.J. Anti-inflammatory effects of an ethanol extract of
Aster glehni via inhibition of NF-kappaB activation in mice with DSS-induced colitis. Food Funct. 2017, 8, 2611–2620. [CrossRef]

16. Lu, P.D.; Zhao, Y.H. Targeting NF-kappaB pathway for treating ulcerative colitis: Comprehensive regulatory characteristics of
Chinese medicines. Chin. Med. 2020, 15, 15. [CrossRef]

17. Schreiber, S.; Rosenstiel, P.; Hampe, J.; Nikolaus, S.; Groessner, B.; Schottelius, A.; Kuhbacher, T.; Hamling, J.; Folsch, U.R.;
Seegert, D. Activation of signal transducer and activator of transcription (STAT) 1 in human chronic inflammatory bowel disease.
Gut 2002, 51, 379–385. [CrossRef]

18. Arkteg, C.B.; Goll, R.; Gundersen, M.D.; Anderssen, E.; Fenton, C.; Florholmen, J. Mucosal gene transcription of ulcerative colitis
in endoscopic remission. Scand. J. Gastroenterol. 2020, 55, 139–147. [CrossRef]

19. Troncone, E.; Marafini, I.; Del Vecchio Blanco, G.; Di Grazia, A.; Monteleone, G. Novel Therapeutic Options for People with Ulcer-
ative Colitis: An Update on Recent Developments with Janus Kinase (JAK) Inhibitors. Clin. Exp. Gastroenterol. 2020, 13, 131–139.
[CrossRef]

20. Andujar, I.; Recio, M.C.; Giner, R.M.; Cienfuegos-Jovellanos, E.; Laghi, S.; Muguerza, B.; Rios, J.L. Inhibition of ulcerative colitis
in mice after oral administration of a polyphenol-enriched cocoa extract is mediated by the inhibition of STAT1 and STAT3
phosphorylation in colon cells. J. Agric. Food Chem. 2011, 59, 6474–6483. [CrossRef]

21. Jiang, S.; Cai, L.; Lv, L.; Li, L. Pediococcus pentosaceus, a future additive or probiotic candidate. Microb. Cell Fact. 2021, 20, 45.
[CrossRef]

22. Lee, M.-J.; Lee, J.-H. Detection of Pediococci in Kimchi Using Pediococci Selective Medium. Microbiol. Biotechnol. Lett.
2009, 37, 238–242.

23. Shin, J.S.; Jung, J.Y.; Lee, S.G.; Shin, K.S.; Rhee, Y.K.; Lee, M.K.; Hong, H.D.; Lee, K.T. Exopolysaccharide fraction from Pediococcus
pentosaceus KFT18 induces immunostimulatory activity in macrophages and immunosuppressed mice. J. Appl. Microbiol. 2016,
120, 1390–1402. [CrossRef]

24. Chung, K.S.; Shin, J.S.; Lee, J.H.; Park, S.E.; Han, H.S.; Rhee, Y.K.; Cho, C.W.; Hong, H.D.; Lee, K.T. Protective effect of
exopolysaccharide fraction from Bacillus subtilis against dextran sulfate sodium-induced colitis through maintenance of intestinal
barrier and suppression of inflammatory responses. Int. J. Biol. Macromol. 2021, 178, 363–372. [CrossRef]

25. Hong, J.Y.; Chung, K.S.; Shin, J.S.; Park, G.; Jang, Y.P.; Lee, K.T. Anti-Colitic Effects of Ethanol Extract of Persea americana Mill.
through Suppression of Pro-Inflammatory Mediators via NF-kappaB/STAT3 Inactivation in Dextran Sulfate Sodium-Induced
Colitis Mice. Int. J. Mol. Sci. 2019, 20, 177. [CrossRef]

26. Fabiany, C.G.; Natália, S.; Helena, F.M.; Eduardo, P.P.; Luíse, M.; Elizabeth, C.-L.; Ana, H.R.P. Characterization of acute murine
dextran sodium sulfate (DSS) colitis: Severity of inflammation is dependent on the DSS molecular weight and concentration.
Acta Sci. Vet. 2013, 41, 1142.

27. Chassaing, B.; Aitken, J.D.; Malleshappa, M.; Vijay-Kumar, M. Dextran sulfate sodium (DSS)-induced colitis in mice. Curr. Protoc.
Immunol. 2014, 104, 15–25. [CrossRef]

28. Pullan, R.D.; Thomas, G.A.; Rhodes, M.; Newcombe, R.G.; Williams, G.T.; Allen, A.; Rhodes, J. Thickness of adherent mucus gel
on colonic mucosa in humans and its relevance to colitis. Gut 1994, 35, 353–359. [CrossRef]

http://doi.org/10.1155/2019/7247238
http://www.ncbi.nlm.nih.gov/pubmed/31886308
http://doi.org/10.1038/nri3661
http://doi.org/10.1177/0091270007301623
http://www.ncbi.nlm.nih.gov/pubmed/17567930
http://doi.org/10.1385/CRIAI:28:3:187
http://doi.org/10.2174/1381612033455035
http://doi.org/10.1016/0016-5085(95)90277-5
http://doi.org/10.3389/fphar.2021.651415
http://doi.org/10.1159/000506898
http://doi.org/10.1038/nrd3003
http://doi.org/10.1038/nri.2017.142
http://doi.org/10.1038/sigtrans.2017.23
http://doi.org/10.1186/1423-0127-18-28
http://doi.org/10.1039/C7FO00369B
http://doi.org/10.1186/s13020-020-0296-z
http://doi.org/10.1136/gut.51.3.379
http://doi.org/10.1080/00365521.2019.1710245
http://doi.org/10.2147/CEG.S208020
http://doi.org/10.1021/jf2008925
http://doi.org/10.1186/s12934-021-01537-y
http://doi.org/10.1111/jam.13099
http://doi.org/10.1016/j.ijbiomac.2021.02.186
http://doi.org/10.3390/ijms20010177
http://doi.org/10.1002/0471142735.im1525s104
http://doi.org/10.1136/gut.35.3.353


Polymers 2022, 14, 3594 13 of 14

29. Gonzalez-Mauraza, H.; Martin-Cordero, C.; Alarcon-de-la-Lastra, C.; Rosillo, M.A.; Leon-Gonzalez, A.J.; Sanchez-Hidalgo,
M. Anti-inflammatory effects of Retama monosperma in acute ulcerative colitis in rats. J. Physiol. Biochem. 2014, 70, 163–172.
[CrossRef]

30. Choi, S.; Woo, J.K.; Jang, Y.S.; Kang, J.H.; Jang, J.E.; Yi, T.H.; Park, S.Y.; Kim, S.Y.; Yoon, Y.S.; Oh, S.H. Fermented Pueraria Lobata
extract ameliorates dextran sulfate sodium-induced colitis by reducing pro-inflammatory cytokines and recovering intestinal
barrier function. Lab. Anim. Res. 2016, 32, 151–159. [CrossRef]

31. Du, S.Y.; Huang, H.F.; Li, X.Q.; Zhai, L.X.; Zhu, Q.C.; Zheng, K.; Song, X.; Xu, C.S.; Li, C.Y.; Li, Y.; et al. Anti-inflammatory
properties of uvaol on DSS-induced colitis and LPS-stimulated macrophages. Chin. Med. 2020, 15, 43. [CrossRef]

32. Lama, A.; Provensi, G.; Amoriello, R.; Pirozzi, C.; Rani, B.; Mollica, M.P.; Raso, G.M.; Ballerini, C.; Meli, R.; Passani, M.B. The anti-
inflammatory and immune-modulatory effects of OEA limit DSS-induced colitis in mice. Biomed. Pharmacother. 2020, 129, 110368.
[CrossRef]

33. Lee, S.; Shin, S.; Kim, H.; Han, S.; Kim, K.; Kwon, J.; Kwak, J.H.; Lee, C.K.; Ha, N.J.; Yim, D.; et al. Anti-inflammatory function of
arctiin by inhibiting COX-2 expression via NF-kappaB pathways. J. Inflamm. 2011, 8, 16. [CrossRef]

34. Liu, P.W.; Chen, M.F.; Tsai, A.P.; Lee, T.J. STAT1 mediates oroxylin a inhibition of iNOS and pro-inflammatory cytokines expression
in microglial BV-2 cells. PLoS ONE 2012, 7, e50363. [CrossRef]

35. Surayot, U.; Wang, J.; Seesuriyachan, P.; Kuntiya, A.; Tabarsa, M.; Lee, Y.; Kim, J.K.; Park, W.; You, S. Exopolysaccharides from
lactic acid bacteria: Structural analysis, molecular weight effect on immunomodulation. Int. J. Biol. Macromol. 2014, 68, 233–240.
[CrossRef]

36. Ksonzekova, P.; Bystricky, P.; Vlckova, S.; Patoprsty, V.; Pulzova, L.; Mudronova, D.; Kubaskova, T.; Csank, T.; Tkacikova, L.
Exopolysaccharides of Lactobacillus reuteri: Their influence on adherence of E. coli to epithelial cells and inflammatory response.
Carbohydr. Polym. 2016, 141, 10–19. [CrossRef]

37. Liu, Y.; Zheng, S.; Cui, J.; Guo, T.; Zhang, J.; Li, B. Alleviative Effects of Exopolysaccharide Produced by Lactobacillus helveticus
KLDS1.8701 on Dextran Sulfate Sodium-Induced Colitis in Mice. Microorganisms 2021, 9, 2086. [CrossRef]

38. Chen, Y.; Zhang, M.; Ren, F. A Role of Exopolysaccharide Produced by Streptococcus thermophilus in the Intestinal Inflammation
and Mucosal Barrier in Caco-2 Monolayer and Dextran Sulphate Sodium-Induced Experimental Murine Colitis. Molecules 2019,
24, 513. [CrossRef]

39. Randhawa, P.K.; Singh, K.; Singh, N.; Jaggi, A.S. A review on chemical-induced inflammatory bowel disease models in rodents.
Korean J. Physiol. Pharmacol. 2014, 18, 279–288. [CrossRef]

40. Wirtz, S.; Neurath, M.F. Mouse models of inflammatory bowel disease. Adv. Drug Deliv. Rev. 2007, 59, 1073–1083. [CrossRef]
41. Wirtz, S.; Neufert, C.; Weigmann, B.; Neurath, M.F. Chemically induced mouse models of intestinal inflammation. Nat. Protoc.

2007, 2, 541–546. [CrossRef]
42. Umar, S. Intestinal stem cells. Curr. Gastroenterol. Rep. 2010, 12, 340–348. [CrossRef]
43. Ugalde-Silva, P.; Gonzalez-Lugo, O.; Navarro-Garcia, F. Tight Junction Disruption Induced by Type 3 Secretion System Effectors

Injected by Enteropathogenic and Enterohemorrhagic Escherichia coli. Front. Cell Infect. Microbiol. 2016, 6, 87. [CrossRef]
44. Moita, E.; Gil-Izquierdo, A.; Sousa, C.; Ferreres, F.; Silva, L.R.; Valentao, P.; Dominguez-Perles, R.; Baenas, N.; Andrade, P.B.

Integrated analysis of COX-2 and iNOS derived inflammatory mediators in LPS-stimulated RAW macrophages pre-exposed to
Echium plantagineum L. bee pollen extract. PLoS ONE 2013, 8, e59131. [CrossRef]

45. Pervin, M.; Hasnat, M.A.; Lim, J.H.; Lee, Y.M.; Kim, E.O.; Um, B.H.; Lim, B.O. Preventive and therapeutic effects of blueberry
(Vaccinium corymbosum) extract against DSS-induced ulcerative colitis by regulation of antioxidant and inflammatory mediators.
J. Nutr. Biochem. 2016, 28, 103–113. [CrossRef]

46. Zhang, J.M.; An, J. Cytokines, inflammation, and pain. Int. Anesthesiol. Clin. 2007, 45, 27–37. [CrossRef]
47. Turner, M.D.; Nedjai, B.; Hurst, T.; Pennington, D.J. Cytokines and chemokines: At the crossroads of cell signalling and

inflammatory disease. Biochim. Biophys. Acta 2014, 1843, 2563–2582. [CrossRef]
48. Kim, J.K.; Lee, S.H.; Lee, S.Y.; Kim, E.K.; Kwon, J.E.; Seo, H.B.; Lee, H.H.; Lee, B.I.; Park, S.H.; Cho, M.L. Grim19 Attenuates DSS

Induced Colitis in an Animal Model. PLoS ONE 2016, 11, e0155853. [CrossRef]
49. Garcia, F.A.O.; Sales-Campos, H.; Yuen, V.G.; Machado, J.R.; Viana, G.S.B.; Oliveira, C.J.F.; McNeill, J.H. Arthrospira (Spir-

ulina) platensis Attenuates Dextran Sulfate Sodium-induced Colitis in Mice by Suppressing Key Pro-inflammatory Cytokines.
Korean J. Gastroenterol. 2020, 76, 150–158. [CrossRef]

50. de Prati, A.C.; Ciampa, A.R.; Cavalieri, E.; Zaffini, R.; Darra, E.; Menegazzi, M.; Suzuki, H.; Mariotto, S. STAT1 as a new molecular
target of anti-inflammatory treatment. Curr. Med. Chem. 2005, 12, 1819–1828. [CrossRef]

51. Yu, Y.L.; Chen, M.; Zhu, H.; Zhuo, M.X.; Chen, P.; Mao, Y.J.; Li, L.Y.; Zhao, Q.; Wu, M.; Ye, M. STAT1 epigenetically regulates LCP2
and TNFAIP2 by recruiting EP300 to contribute to the pathogenesis of inflammatory bowel disease. Clin. Epigenetics 2021, 13, 127.
[CrossRef]

52. Marrero, J.A.; Matkowskyj, K.A.; Yung, K.; Hecht, G.; Benya, R.V. Dextran sulfate sodium-induced murine colitis activates
NF-kappaB and increases galanin-1 receptor expression. Am. J. Physiol. Gastrointest Liver Physiol. 2000, 278, G797-804. [CrossRef]

53. Liu, D.; Huo, X.; Gao, L.; Zhang, J.; Ni, H.; Cao, L. NF-kappaB and Nrf2 pathways contribute to the protective effect of Licochalcone
A on dextran sulphate sodium-induced ulcerative colitis in mice. Biomed. Pharmacother. 2018, 102, 922–929. [CrossRef] [PubMed]

54. Adelaja, A.; Hoffmann, A. Signaling Crosstalk Mechanisms That May Fine-Tune Pathogen-Responsive NFkappaB. Front. Immunol.
2019, 10, 433. [CrossRef]

http://doi.org/10.1007/s13105-013-0290-3
http://doi.org/10.5625/lar.2016.32.3.151
http://doi.org/10.1186/s13020-020-00322-0
http://doi.org/10.1016/j.biopha.2020.110368
http://doi.org/10.1186/1476-9255-8-16
http://doi.org/10.1371/journal.pone.0050363
http://doi.org/10.1016/j.ijbiomac.2014.05.005
http://doi.org/10.1016/j.carbpol.2015.12.037
http://doi.org/10.3390/microorganisms9102086
http://doi.org/10.3390/molecules24030513
http://doi.org/10.4196/kjpp.2014.18.4.279
http://doi.org/10.1016/j.addr.2007.07.003
http://doi.org/10.1038/nprot.2007.41
http://doi.org/10.1007/s11894-010-0130-3
http://doi.org/10.3389/fcimb.2016.00087
http://doi.org/10.1371/journal.pone.0059131
http://doi.org/10.1016/j.jnutbio.2015.10.006
http://doi.org/10.1097/AIA.0b013e318034194e
http://doi.org/10.1016/j.bbamcr.2014.05.014
http://doi.org/10.1371/journal.pone.0155853
http://doi.org/10.4166/kjg.2020.76.3.150
http://doi.org/10.2174/0929867054546645
http://doi.org/10.1186/s13148-021-01101-w
http://doi.org/10.1152/ajpgi.2000.278.5.G797
http://doi.org/10.1016/j.biopha.2018.03.130
http://www.ncbi.nlm.nih.gov/pubmed/29710547
http://doi.org/10.3389/fimmu.2019.00433


Polymers 2022, 14, 3594 14 of 14

55. Mehvar, R. Recent trends in the use of polysaccharides for improved delivery of therapeutic agents: Pharmacokinetic and
pharmacodynamic perspectives. Curr. Pharm. Biotechnol. 2003, 4, 283–302. [CrossRef]

56. Zhang, W.J.; Wang, S.; Kang, C.Z.; Lv, C.G.; Zhou, L.; Huang, L.Q.; Guo, L.P. Pharmacodynamic material basis of traditional
Chinese medicine based on biomacromolecules: A review. Plant Methods 2020, 16, 26. [CrossRef]

http://doi.org/10.2174/1389201033489685
http://doi.org/10.1186/s13007-020-00571-y

	Introduction 
	Materials and Methods 
	Chemicals and Reagents 
	PE-EPS Preparation 
	DSS-Induced Colitis Mouse 
	Hematoxylin and Eosin (H&E) Staining 
	Protein Extraction and Western Blot Analysis 
	Quantitative Real-Time Reverse-Transcriptase Polymerase Chain Reaction (qRT-PCR) 
	Statistical Analysis 

	Results 
	PE-EPS Restores Clinical Symptoms in DSS-Induced Colitis Mice 
	PE-EPS Decreases the mRNA and Protein Levels of iNOS and COX-2 in the DSS-Induced Colitis Mice 
	PE-EPS Suppresses Production of Pro-Inflammatory Cytokines of the DSS-Induced Colitis Mice 
	PE-EPS Suppresses DSS-Induced Activation of the NF-B and STAT1 Pathways in Colons of the Colitis Mice 

	Discussion 
	Conclusions 
	References

