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Abstract: Mast cell (MC) plays a central role in intestinal permeability; however, few MC-targeting
drugs are currently available for protection of the intestinal barrier in clinical practice. A non-
fluorinated Lidocaine analog 2-diethylamino-N-2,5-dimethylphenyl acetamide (JM25-1) displays
anti-allergic effect, but its impact on MC remains elusive. In this study, we explored whether JM25-1
has therapeutic potential on intestinal barrier defect through stabilizing MC. JM25-1 alleviated release
of β-hexosaminidase and cytokine production of MC. The paracellular permeability was redressed
by JM25-1 in intestinal epithelial cell monolayers co-cultured with activated MC. In vivo, JM25-1
diminished intestinal mucosal MC amount and cytokine production, especially downregulating
the expression of CRHR1, accompanied by an increase of CRHR2. Protective effects appeared in
JM25-1-treated stress rats with a recovery of weight and intestinal barrier integrity. Through network
pharmacology analysis, JM25-1 showed a therapeutic possibility for irritable bowel syndrome (IBS)
with predictive targeting on PI3K/AKT/mTOR signaling. As expected, JM25-1 reinforced p-PI3K,
p-AKT, p-mTOR signaling in MC, while the mTOR inhibitor Rapamycin reversed the action of JM25-1
on the expression of CRHR1 and CRHR2. Moreover, JM25-1 successfully remedied intestinal defect
and declined MC and CRHR1 expression in rat colon caused by colonic mucus of IBS patients. Our
data implied that JM25-1 possessed therapeutic capacity against intestinal barrier defects by targeting
the CRH receptors of MC through PI3K/AKT/mTOR signaling.

Keywords: JM25-1; mast cell; intestinal barrier; CRHR; PI3K/AKT/mTOR

1. Introduction

The intestinal mucosa barrier plays a crucial role in preventing noxious contents of
the intestinal lumen, in order to maintain systemic homeostasis [1]. The disruption of the
epithelial barrier will increase intestinal permeability, leading to leaky gut syndrome [2].
Evidently, barrier defect is a vital pathogenesis of many diseases, mainly affecting the
gut, such as inflammatory bowel disease (IBD) and irritable bowel syndrome (IBS), as
well as systemic disease of other organ systems, e.g., type I diabetes and autism [3]. So
far, many relevant therapeutic approaches for preventing intestinal permeability and
barrier dysfunction have been explored such as nutrient assimilation, MC stabilizers, muco-
protectors, epigenetic and exosome-mediated regulators of intestinal barrier function, and
so on [4,5]. Yet there are no FDA-approved or even investigational drugs available targeting
gut barrier permeability [3,6].
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Accumulating evidence indicates that MC activated by CRH is a vital player in stress-
induced enhanced intestinal permeability [7–9]. In detail, chronic stress triggers the ac-
tivation of the hypothalamic-pituitary-adrenal axis (HPA) and increase CRH secretion;
subsequently intestinal MC is activated by CRH and releases mediators, including tryptase,
histamine, serotonin, chymase and inflammatory factors (IL-6, IL-1β, TNFα, etc.), which im-
pair the intracellular tight junction (TJ) between the intestinal epithelial cells [7,10,11]. CRH
receptor subtype 1 (CRHR1) and subtype 2 (CRHR2) on MC are positive and negative mod-
ulators, respectively, tuning the degranulation of stress-induced MC [12,13].Psychological
stress is a common cause and induces a long-term depressive symptom for IBS, a disorder
with an increase of MC and accompanied by intestinal dysbiosis in the gastrointestinal
tract [14–17]. Certainly, targeting MC is one of the main approaches for dysregulated
mucosal permeability [5].

JM25-1, a nonfluorinated lidocaine analog with limited anesthetic activity, has an
inhibitory effect on bronchospasm and airway inflammation by decreasing lung eosinophil,
neutrophil and lymphocyte proliferation [18]. Aerosolized JM25-1 also has an inhibitory
effect on allergen-induced inflammation [18,19], but its effect on MC has not been well
documented until now. Since activation of MC contributes to various forms of allergic
diseases [20], in this study we explored the effects of JM25-1 on the activation of MC
and its therapeutic potential against stress-induced intestinal permeability by in vitro and
in vivo experiments.

2. Results
2.1. Effect of JM25-1 on HMC-1 and RBL-2H3 Cell Viability

To assess appropriate concentrations of JM25-1 in the following experiments, CCK-8
assay was admitted. As is shown, HMC-1 cells (Figure 1A) and RBL-2H3 (Figure 1D) were
treated with different concentrations (3.9–250 µM) of JM25-1 for 24 h and there was no
significant effect on proliferation of both the cell lines. Therefore, the concentration of
JM25-1 below 250 µM was used to investigate the obstruction of MC degranulation.

Pharmaceuticals 2023, 16, x FOR PEER REVIEW 2 of 20 
 

 

function have been explored such as nutrient assimilation, MC stabilizers, muco-protec-
tors, epigenetic and exosome-mediated regulators of intestinal barrier function, and so on 
[4,5]. Yet there are no FDA-approved or even investigational drugs available targeting gut 
barrier permeability [3,6]. 

Accumulating evidence indicates that MC activated by CRH is a vital player in stress-
induced enhanced intestinal permeability [7–9]. In detail, chronic stress triggers the acti-
vation of the hypothalamic-pituitary-adrenal axis (HPA) and increase CRH secretion; sub-
sequently intestinal MC is activated by CRH and releases mediators, including tryptase, 
histamine, serotonin, chymase and inflammatory factors (IL-6, IL-1β, TNFα, etc.), which 
impair the intracellular tight junction (TJ) between the intestinal epithelial cells [7,10,11]. 
CRH receptor subtype 1 (CRHR1) and subtype 2 (CRHR2) on MC are positive and nega-
tive modulators, respectively, tuning the degranulation of stress-induced MC [12,13].Psy-
chological stress is a common cause and induces a long-term depressive symptom for IBS, 
a disorder with an increase of MC and accompanied by intestinal dysbiosis in the gastro-
intestinal tract [14–17]. Certainly, targeting MC is one of the main approaches for dysreg-
ulated mucosal permeability[5]. 

JM25-1, a nonfluorinated lidocaine analog with limited anesthetic activity, has an in-
hibitory effect on bronchospasm and airway inflammation by decreasing lung eosinophil, 
neutrophil and lymphocyte proliferation [18]. Aerosolized JM25-1 also has an inhibitory 
effect on allergen-induced inflammation [18,19], but its effect on MC has not been well 
documented until now. Since activation of MC contributes to various forms of allergic 
diseases [20], in this study we explored the effects of JM25-1 on the activation of MC and 
its therapeutic potential against stress-induced intestinal permeability by in vitro and in 
vivo experiments. 

2. Results 
2.1. Effect of JM25-1 on HMC-1 and RBL-2H3 Cell Viability 

To assess appropriate concentrations of JM25-1 in the following experiments, CCK-8 
assay was admitted. As is shown, HMC-1 cells (Figure 1A) and RBL-2H3 (Figure 1D) were 
treated with different concentrations (3.9–250 μM) of JM25-1 for 24 h and there was no 
significant effect on proliferation of both the cell lines. Therefore, the concentration of 
JM25-1 below 250 μM was used to investigate the obstruction of MC degranulation. 

 
Figure 1. JM25-1 inhibits MC degranulation at safe concentration. (A) HMC-1 cells were treated with
JM25-1 (0, 3.9, 7.8125, 15.625, 31.25, 62.5, 125, 250 µM) for 24 h and the cell viability was detected by
CCK-8 assay. HMC-1 were pretreated with JM25-1 for 10 min (B) in C48/80 or (C) CRH-induced
degranulation for 15 min. (D) RBL-2H3 cells were treated with JM25-1 (0, 3.9, 7.8125, 15.625, 31.25,
62.5, 125, 250 µM) for 24 h and the cell viability was detected by CCK-8 assay. RBL-2H3 were
pretreated with JM25-1 for 10 min (E) in C48/80 or (F) CRH-induced degranulation for 15 min. The
data are presented from at least three independent experiments run in triplicate. Bars, S.D. # p ≤ 0.05
vs. the Control; * p ≤ 0.05, ** p ≤ 0.01, *** p ≤ 0.001 vs. the C48/80 or CRH group.



Pharmaceuticals 2023, 16, 47 3 of 19

2.2. JM25-1 Inhibits Degranulation in Mast Cell HMC-1 and RBL-2H3 Cells

When MC is activated by CRH or C48/80, secretory granules are filled with various
preformed molecules such as lysosomal proteins, histamine, heparin and β-hexosaminidase,
among others [21]. JM25-1 decreased the release of β-hexosaminidase from 7.8125 µM to
125 µM in C48/80-induced (Figure 1B) and in CRH-induced activation of HMC-1 cells
(Figure 1C). Moreover, similar inhibition of JM25-1 was also found in C48/80- or CRH-
induced degranulation on RBL-2H3 cells (Figure 1E,F).

2.3. JM25-1 Diminishes the Expression of Cytokines by Regulating the Expression of CRH
Receptors in HMC-1 Cells

CRHR1 and CRHR2 expressed on MC act as a positive and a negative modulator of
stress-induced MC degranulation, respectively [12]. We next explored the expression of
CRHR and MC cytokines caused by JM25-1. As shown in Figure 2A,B, JM25-1 obviously
suppressed both protein and mRNA levels of CRHR1 and TNFα while leading to elevated
CRHR2 levels, compared to their levels in the untreated HMC-1 cells exposed to CRH.
Meanwhile, treatment with JM25-1 decreased mRNA expression of IL-1β, IL-18 and IL-6
production of HMC-1 cells induced by CRH (Figure 2B). In addition, similar results were
obtained in fluorescence images, in that JM25-1 significantly contributed to the expression
of CRHR1 but suppressed CRHR2 (Figure 2C). Collectively, these data indicated that JM25-1
inhibited proinflammatory cytokine production in the activation of MC, including TNFα,
IL-1β, IL-18 and IL-6, may be closely related to the regulation of CRH receptors.
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Figure 2. JM25-1 regulates the production of cytokine for CRHR1 and CRHR2. JM25-1 (31.25 µM)
were treated in CRH (500 nM) -induced HMC-1 cells for 24 h, (A) the protein level of TNFα, CRHR1,
and CRHR2 was detected by Western blot assay. The bar chart indicates the relative density of
target protein to GAPDH; bars, S.D. * p ≤ 0.05, ** p ≤ 0.01, *** p ≤ 0.001. (B) After treatment, the
mRNA level of TNFα, CRHR1, CRHR2, IL-1β, IL-18 and IL-6 were analyzed by real time PCR;
bars, S.D. * p ≤ 0.05, ** p ≤ 0.01, *** p ≤ 0.001. (C) Immunofluorescence staining of CRHR1 and
CRHR2 in HMC-1. Bar = 50 µm, magnification 400×. These data are presented from at least three
independent experiments.
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2.4. JM25-1 Restrains Epithelial Permeability in a MC-Dependent Way

Proinflammatory and regulatory mediators are released along with MC activation,
and many of them have an effect on the intestinal barrier as well as modulating immune
response [5,22]. With zona occludens 1 protein (ZO-1) as an indicator of the intercellular TJ
between intestinal epithelial cells, we observed that TJ was markedly damaged on Caco2
cells by the culture medium of HMC-1 pre-treated with CRH, and JM25-1 restored the TJ
(Figure 3A,D,E). The JM25-1 alone has no significant impact on ZO-1, which is shown in
Figure S1. Additionally, transepithelial electrical resistance (TEER) of Caco2 cell monolayers
is a common model used to investigate the permeability of the intestinal barrier [23]. The
TEER value continuously dropped due to the co-culture with the medium of HMC-1 cells
pre-treated with CRH. Nevertheless, JM25-1 treatment rebounded the TEER value closely to
the control level (Figure 3B). This implied that JM25-1 prevented the permeability induced
by the medium of activated-HMC-1 cells. Another means to evaluate barrier function
is FD4 assay. Significant fluorescein penetrated the Caco2 layer after incubation with
the medium of CRH-pretreated HMC-1 cells. Similarly, JM25-1 stopped the leaking of
fluorescein (Figure 3C). Taken together, these results suggest that JM25-1 could maintain
epithelial barrier integrity against the damage from the medium of activated-MC.
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Figure 3. JM25-1 reduces the paracellular permeability of Caco2 cells via HMC-1 cells. HMC-1
cells were co-cultured with Caco2 that established a differentiated and polarized monolayer. JM25-1
were pretreated in HMC-1 for 30 min and then CRH stimulated for 24 h. The TJ were performed
with (A) immunofluorescence staining of ZO-1; bar = 50 µm, magnification 400×; (D) mRNA of
ZO-1; (E) protein level of ZO-1 in Caco2 cells monolayers. For detection of paracellular permeability,
(B) transepithelial electrical resistance (TEER) at 0 h was measured before CRH treatment. After
CRH treatment, TEER was monitored per hour until the trend is stable at 3 h; then, (C) the flux
of FITC-dextran was examined; Bars, S.D. * p ≤ 0.05, ** p ≤ 0.01, *** p ≤ 0.001. n = 3 from three
independent experiments.

2.5. JM25-1 Protects the Intestinal Barrier from Psychological Stress

A growing amount of evidence has arisen from psychological stress-treated animal
models, widely employed for studies of intestinal paracellular permeability [7,24,25]. To
evaluate the effect of JM25-1 on rehabilitation of the epithelial barrier, psychological stress-
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induced rats were injected with JM25-1 intraperitoneally. There was a significant weight
gain in the treated group compared to the non-treated group (Figure 4B). When the integrity
of the intestinal barrier is damaged, diamine oxidase, D-lactate and bacterial endotoxin
are released into the blood [26,27]. We monitored these markers in the blood from tail
vein and found them increased in psychologically stressed rat on day 7 (Figure S2), and
decreased when treated with JM25-1 on day 11 (Figure 4C). To further demonstrate that
JM25-1 has a therapeutic effect on the intestinal epithelial barrier, TJ was detected with
an immunofluorescence assay. As shown in the figures, both protein (Figure 4D) and
mRNA (Figure 5A) level of ZO-1 were decreased in the small intestine of chronic stress-
induced rats, whereas this damage was fixed by JM25-1 treatment. Overall, these results
demonstrated that JM25-1 might renew the intestinal barrier impaired by chronic stress.
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Figure 4. JM25-1 repairs intestinal permeability in stress induced rats. (A) Modeling method. (B) Body
weight of rats after treatment with JM25-1 (i.p. every day, 15 mg/kg, n = 7); bar, S.D. * p ≤ 0.05,
** p ≤ 0.01, *** p ≤ 0.001 vs. the Control group. # p ≤ 0.05 vs. the Stress group (C) the level of diamine
oxidase, D-lactic acid and bacterial endotoxin in serum on day 11. bars, S.D. * p ≤ 0.05, ** p ≤ 0.01;
(D) immunofluorescence staining of ZO-1 in intestine. Bar = 20 µm, magnification 200×. bars, S.D.
* p ≤ 0.05.

2.6. Effect of JM25-1 on the Expression of Intestinal CRH Receptors and Cytokines in
Psychologically Stressed Rats

Psychological stress activates MC through regulation of CRHR1 and CRHR2, and
leads to degranulation and release of cytokines or chemokines [7,17]; we then investigated
whether these effects are administrated by JM25-1. With psychologically stressed rat models,
JM25-1 has been shown to substantially inhibit CRHR1 (Figure 5B), TNFα (Figure 5D),
IL-18 (Figure 5E), IL-1β (Figure 5F) and IL-6 (Figure 5G), but promoted CRHR2 (Figure 5C)
production. Similar results were identified by immunofluorescence in MC marked with
Tryptase. The amount of CRHR1-positive MC was significantly increased in the small
intestine after stress stimulation, but was repressed after JM25-1 treatment (Figure 5H), and
the TNFα production in intestinal tissue was also suppressed (Figure 5I). Taken together,
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JM25-1 affected the expression of intestinal CRH receptors and cytokines in psychologically
stressed rats, which may be related to MC.
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Through data comparison, 71 potential therapeutic targets for JM25-1 treatment of IBS 
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Figure 5. Effect of JM25-1 on the expression of CRH receptors and cytokines in small intestine of
stress-induced rats. The relative expression of related mRNA in small intestine of stress-induced
rats for (A) ZO-1, (B) CRHR1, (C) CRHR2, (D) TNFα, (E) IL-18, (F) IL-1β and (G) IL-6. The data
are repeated in at least three independent experiments in triplicate compared with Control group.
Bars, S.D. * p ≤ 0.05, ** p ≤ 0.01, *** p ≤ 0.001. (H) The immunofluorescence staining of CRHR1
in Tryptase-labeled MC. The white arrows indicate representative CRHR1, Tryptase positive cells,
respectively. Yellow arrows indicate the cells with FITC-CRHR1 located HRP-Tryptase. Magnification:
400× and 800×. Scale bar: 100 µm. Bar chart indicates the number of CRHR1, Tryptase labeled MC
and CRHR1 to MC; bars, S.D. * p ≤ 0.05, ** p ≤ 0.01, *** p ≤ 0.001. (I) The immunohistochemistry
staining of TNFα in small intestine. Red arrows indicate distribution of TNFα. Magnification: 400×.
Scale bar: 50 µm. Bars, S.D. ** p ≤ 0.01.

2.7. Network Pharmacology Analysis of JM25-1 against IBS

To acquire the drug targets and the disease targets, we separately integrated the JM25-
1-related targets obtained from SwissTargetPrediction with PharmMapper analyses and
the IBS-associated targets obtained from GeneCards and DisGeNET. There are 110 drug
targets and 3170 disease targets obtained after removing the duplicate targets. Through
data comparison, 71 potential therapeutic targets for JM25-1 treatment of IBS were obtained.
These targets are shown in Figure 6A.



Pharmaceuticals 2023, 16, 47 7 of 19
Pharmaceuticals 2023, 16, x FOR PEER REVIEW 8 of 20 
 

 

 
Figure 6. The effect of JM25-1 on IBS was discussed based on network pharmacology. (A) Venn 
diagram of JM25-1 targets and IBS targets. (B) Protein–protein interaction (PPI) network of bioactive 
compounds of JM25-1 against IBS. (C) Visualization of molecular docking between JM25-1 and IBS. 
(D) GO enrichment analysis of core target for JM25-1 against IBS, including biological process, cel-
lular components and molecular function. (D) Top 30 enriched KEGG pathways of core target for 
JM25-1 against IBS. The color scales indicate the different thresholds of adjusted p-values, and the 
sizes of the dots represent the gene count of each term. 

To obtain hub targets, the protein–protein interaction of 71 therapeutic targets were 
analyzed through the STRING database. The criterion that the confidence score is greater 
than 0.4 was met and the desired target data was imported into Cytoscape 3.7.1 to gener-
ate an interactive network which includes 71 nodes and 205 edges. In a network, the more 
nodes, the more targets. The smaller degree value, the closer the color is to orange. More-
over, the larger the degree value, the closer the node color is to blue. Additionally, the 
edges among the nodes represented PPIs. The thickness of the line denoted the intensity 
of the protein–protein interaction (Figure 6B). 

Figure 6. The effect of JM25-1 on IBS was discussed based on network pharmacology. (A) Venn
diagram of JM25-1 targets and IBS targets. (B) Protein–protein interaction (PPI) network of bioactive
compounds of JM25-1 against IBS. (C) Visualization of molecular docking between JM25-1 and IBS.
(D) GO enrichment analysis of core target for JM25-1 against IBS, including biological process, cellular
components and molecular function. (E) Top 30 enriched KEGG pathways of core target for JM25-1
against IBS. The color scales indicate the different thresholds of adjusted p-values, and the sizes of the
dots represent the gene count of each term.

To obtain hub targets, the protein–protein interaction of 71 therapeutic targets were
analyzed through the STRING database. The criterion that the confidence score is greater
than 0.4 was met and the desired target data was imported into Cytoscape 3.7.1 to gen-
erate an interactive network which includes 71 nodes and 205 edges. In a network, the
more nodes, the more targets. The smaller degree value, the closer the color is to orange.
Moreover, the larger the degree value, the closer the node color is to blue. Additionally, the
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edges among the nodes represented PPIs. The thickness of the line denoted the intensity of
the protein–protein interaction (Figure 6B).

Then, a topology analysis of all nodes was performed using Cytoscape to investigate
the hub targets. We set the degree value to greater than 13 for each node (target), then eight
hub targets were obtained; namely, AKT1, SLC6A3, SRC, SLC6A4, SLC6A2, CHRNA4,
DRD2 and GRIN2B were identified, as shown in Table 1.

Table 1. Details of core targets of JM25-1 against IBS.

Name Betweenness
Centrality Closeness Centrality Degree

AKT1 0.2215193 0.58888889 21
SLC6A3 0.14536581 0.55789474 19

SRC 0.13163614 0.54639175 19
SLC6A4 0.10762354 0.47321429 18
SLC6A2 0.04392008 0.43442623 15

CHRNA4 0.04196715 0.5047619 15
DRD2 0.08383962 0.53535354 14

GRIN2B 0.05834103 0.54639175 14

Then, molecular docking stimulation was used to estimate the binding abilities of
JM25-1 to the hub target (AKT1). In this study, a docking score > 5.0 was deemed to indicate
high binding activity [28]. As shown in Figure 6C, AKT1 exhibited strong affinities for
JM25-1, with a docking score of 6.06.

To predict the signaling pathway, we conducted GO and KEGG analyses. The GO
analysis results showed that a total of 331 GO terms were related to IBS virtual treatment
with JM25-1. In the biological process category as shown in Figure 6D, 236 terms were
mainly involved in response to drug and serotonin receptor signaling pathway, G-protein
coupled receptor signaling pathway and protein phosphorylation. In the cellular compo-
nent category, 38 terms were mainly involved in the plasma membrane, integral component
of plasma membrane and cytoskeleton. In the molecular function category, 57 terms were
mainly involved in serotonin binding, G-protein coupled serotonin receptor activity, protein
kinase activity, drug binding and ATP binding. Moreover, the results of the KEGG analysis
revealed that 62 pathways might be involved in JM25-1 regulatory action in IBS as shown
in Figure 6E, mainly the mTOR signaling pathway, PI3K-AKT signaling pathway, ErbB
signaling pathway, VEGF signaling pathway, Rap1 signaling pathway and Ras signaling
pathway. The top 30 most-enriched pathways were arranged in ascending order of p-values.

2.8. JM25-1 Regulates CRHR Expression and Activation of MC through the PI3K/AKT/mTOR
Signaling Pathway

As predicted, PI3K/AKT/mTOR pathway was possibly affected by JM25-1 on IBS.
Next, we investigated the potential mechanism underlying JM25-1 on MC. Expectedly,
JM25-1 facilitated phosphorylation of PI3K, AKT and mTOR in a concentration dependent
manner (Figure 7A), suggesting that JM25-1 could activate the PI3K/AKT/mTOR signal-
ing pathway. Additionally, a mTOR inhibitor Rapamycin was used on HMC-1 cells to
further observe the necessity of this pathway for the action of JM25-1 on MC. As shown
in the degranulation assay, Rapamycin successfully attenuated the interference of JM25-1
on MC activation (Figure 7B) and the secretion of cytokines tryptase, TNFα and IL-1β
(Figure 7C). We also detected the protein and mRNA level of CRH receptors, and found that
mTOR inhibitor prevented the effects of JM25-1 on the expression of CRHR1 and CRHR2
(Figure 7C,D). In conclusion, these data indicated that the effect of JM25-1 on degranulation
and cytokine release of HMC-1 cells might depend on the PI3K/AKT/mTOR signal.
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cant decrease in blood D-lactate (Figure 8A). In rat colonic segments, the TJ and microvilli 
ultrastructure had been destroyed by IBS mucus, but were refreshed with JM25-1 treat-
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Figure 7. JM25-1 reduces degranulation and cytokine through the PI3K/AKT/mTOR/CRHR signal-
ing pathway. HMC-1 cells were treated with JM25-1 at continuous concentrations for 24 h. (A) Western
bolt was used to analyze the expression of p-PI3K, PI3K, p-AKT, AKT, p-mTOR, mTOR and GAPDH.
Bars, S.D. * p ≤ 0.05, ** p ≤ 0.01, VS. the Control. (B) Cells treated with JM25-1 (31.25 µM) and
Rapamycin (400 nM) regulate the release of β-hexosaminidase in CRH (500 nM) induced HMC-1.
bars, S.D. # p ≤ 0.05, vs. the CRH group; * p ≤ 0.05, ** p ≤ 0.01, vs. the CRH + JM25-1 group.
(C) HMC-1 was treated with JM25-1 or co-treated with Rapamycin for 24 h. The protein level of
CRHR1, CRHR2, TNFα, IL-1β and GAPDH was analyzed by Western blot. (D) And the mRNA level
of CRHR1 and CRHR2 was detected by real-time PCR. Bar chart indicates the relative expression of
target proteins to GAPDH. bars, S.D. * p ≤ 0.05, ** p ≤ 0.01, *** p ≤ 0.001, vs. the Rapamycin group.

2.9. JM25-1 Regulated Intestinal Barrier Defect Induced by Colonic Mucus of IBS Patients

To investigate the value of clinical application, we further transplanted colonic mucus
from IBS patients into rat colon through enema. Notably, JM25-1 treatment remarkably
lowered the intestinal permeability induced by IBS mucus, as evidenced by a significant
decrease in blood D-lactate (Figure 8A). In rat colonic segments, the TJ and microvilli
ultrastructure had been destroyed by IBS mucus, but were refreshed with JM25-1 treatment
(Figure 8B). Accordingly, the epithelial integrity indicating by ZO-1 protein was recuperated
in the treatment group (Figure 8C). Besides, we found that JM25-1 significantly reduced the
amount of MC and the expression of CRHR1 in MC in colon (Figure 8D).
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Figure 8. JM25-1 regulated intestinal barrier defect in IBS intestinal mucus transplantation rats.
(A) The level of diamine oxidase, D-lactic acid and bacterial endotoxin in serum. bars, S.D. * p ≤ 0.05.
(B) Transmission electron microscope images of colonic segments. Magnification: 8000×. Scale bar:
2 µm. Magnification: 25,000×. Scale bar: 500 nm. (C) The immunohistochemistry staining of ZO-1 in
the colon. (D) The immunofluorescence staining of CRHR1-labeled Tryptase. Magnification: 400×.
Scale bar: 50 µm. Bar chart indicates the number of Tryptase and CRHR1 labeled MC; bars, S.D.
*** p ≤ 0.001.

3. Discussion

The loss of intestinal barrier is closely related to IBS, obesity, metabolic disorders, and
so on [29], yet no therapy is available to recover the barrier, although a large quantity of
literature has struggled to explore its mechanism and therapeutic strategies. Up to date,
some bioactive pharmaceutical molecules such as epithelial cell death reducer, zonulin
antagonist, muco-protectants, the blockers of CRH receptors, MC stabilizers and anti-
inflammatory genes regulators were thought to be candidates [5].

Lidocaine as the local anesthetic most commonly used has been reported to have anti-
tumor [30], anti-microbial [31], bronchiectasis [32], neuroprotective and anti-inflammatory
effects [33]. However, if lidocaine were merely used for such functions, its fluorinated
anilines, which conduct the initial anesthetic action, would lead to adverse effects such as
hemolytic anemia, DNA damage and anesthesia itself [18,34,35]. Compared to lidocaine,
a nonfluorinated analog JM25-1 with limited anesthetic activity was found to have more
effective anti-inflammatory potential to inhibit bronchospasm and airway inflammation
induced by allergic antigens [18,19]. Nevertheless, the effect of JM25-1 on the biological
functions of MC is poorly understood. In this study, we found that JM25-1 inhibits CRH
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or C48/80-mediated activation of MC and alleviates the production of activated-MC and
mediator in chronic stress-induced IBS rats. We considered that JM25-1 might be a new MC
stabilizer or CRH receptor blocker to achieve its anti-inflammatory effects.

Intestinal barrier defect is one of the most important routes of potential pathogenesis
in IBS by regulating the activation of MC [36]. According to previous work, compared with
healthy control, increased amount of MC is implicated, with documented alterations in
the intestine among IBS patient [37,38]. Enhanced small intestinal permeability following
psychological stress or exogenous CRH rely on MC since they are blocked by a MC stabilizer,
sodium cromoglycate (DSCG) [7]. Given the inhibitory effect of JM25-1 on MC activation,
we observed its treatment on intestinal permeability with in vitro and in vivo models. From
the data on poly-glucosan permeability and TEER of epithelial cells, we demonstrated that
JM25-1 protected the epithelial integrity against MC-induced damage. A treatment with
JM25-1 successfully maintained the integrity of the intestinal barrier and relieved intestinal
permeability in rat stress models. In addition, the medicated rats recovered their body
weight and ameliorated the intestinal level of inflammatory mediators TNFα, IL-1β, IL-6
and IL-18. Together, JM25-1 regulates the release of mediators in MC to improve intestinal
epithelial barrier function.

MC activation and the consequent pathophysiologic responses to immunologic and
psychological stressors are closely associated with down-regulation of CRHR1 and the
simultaneously up-regulation of CRHR2 [12]. Early weaning stress on pigs showed that
CRHR1 mediates intestinal permeability and hypersecretion, whereas CRHR2 has a pro-
tective property for the intestine barrier [39]. Clinical research also showed that diarrhea-
predominant IBS (IBS-D) displayed jejunal up-regulation of CRHR2 and down-regulation
of CRHR1 compared with healthy patients [13]. Non-selective antagonists of CRF receptor
(such as Astressin) were repeatedly reported to reverse the stress-induced permeability
in animal models, but the CRHR2-specific antagonist does not have this function [40–42].
CRHR2 and CRHR1 exist in a functionally antagonistic relationship [12]. The CRHR1-
triggered inflammatory responses could be impeded by CRHR2 activation [40]. Further-
more, the stress-induced intestinal permeability could be hindered by activation of CRHR2
in MCs [12]. JM25-1 adopted the same pathway, that is, significantly promoting expression
of CRHR2, while suppressing CRHR1 levels in MC. Accordingly, in the small intestine of
chronic stress rats, JM25-1 significantly restrained the increase of CRHR1 in their mucosal
MC. Importantly, JM25-1 successfully rebuilt the intestinal barrier damaged by IBS colonic
mucus and reduced the MC amount and the expression of CRHR1, giving a preclinical
implication for further development.

Further, we attempted to look for the pathway that is taken by JM25-1 to regulate
CRH receptors. Network pharmacology has provided new perspectives in analyzing the
relationship among drugs, targets and diseases. Employing this approach, we identified the
relevant targets of JM25-1 against IBS and found PI3K-AKT and mTOR signaling pathways
are likely to be involved in its drug actions, when PI3K activated AKT is recruited to
the plasma membrane and phosphorylated and mTOR is positively regulated through
the PI3K/AKT pathway [43]. According to previous research, neuropeptides that func-
tion to regulate stress responses could mediate the anti-inflammatory effect involved in
PI3K/AKT and the glycogen synthase kinase-3β pathway [44]. Moreover, it was reported
that MrgprX2 regulates MC degranulation through PI3K/AKT and PLCγ signaling in
pseudo-allergic reactions [45]. Others have reported that the AKT phosphorylation plays a
key role in vascular smooth muscle cells and regulates pro-inflammatory IL-6 secretion via
CRHR2 [46]. Of interest, CRHR1/CRHR2 ligands activated AKT and CRHR1 signaling,
and reduced apoptosis in human islets [47]. In this study, we demonstrated that JM25-1
contributed to the up-regulation of PI3K/AKT/mTOR pathway and CRHR2, but down-
regulation of CRHR1 in MC activated by CRH. Utilizing Rapamycin, a mTOR inhibitor,
we found that the signaling contributed to the down-regulation of β-hexosaminidase,
Tryptase, TNFα, IL-1β release and CRHR1. Taken together, JM25-1 is a candidate for
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development of therapies against stress induced-intestinal barrier defect through MC via
the PI3K/AKT/mTOR/CRHR pathway (Graphical Abstract).

This study is the first to focus on the therapeutic potential of JM25-1 targeting in-
testinal barrier defects with IBS animal models or with the transplantation of IBS colonic
mucus. Moreover, the mechanism underlying this effect was also documented, in that CRH
receptors on mast cells were regulated by JM25-1 through the PI3K/AKT/mTOR signal
pathway. In view of the above discussion, this research provides information on the novel
pharmacological effects of JM25-1, which is valuable for development into new candidates
for the treatment of barrier defect. However, there are some limitations in this study that
deserve further improvement. On the one hand, future studies need to use MC knockout
mice to verify that JM25-1 directly targets MCs. On the other hand, we intend to explore
different administration methods, such as intragastric administration.

4. Materials and Methods
4.1. Cell Culture

HMC-1 cells (human mast cell line), RBL-2H3 (rat basophilic cell line) and Caco2 cells
(epithelial-like cell line) were acquired from American Type Culture Collection (Rockville,
MD, USA) and cultured in Iscove’s Modified Dulbecco’s Medium (IMDM, Hyclone, Shang-
hai, China) and RPMI-1640 (Hyclone, Shanghai, China), respectively, which were supple-
mented with 10% FBS and 1% antibiotics (100 U/mL penicillin and 100 mg/mL strepto-
mycin), following incubation at 37 ◦C in a humidified atmosphere with 5% CO2. JM25-1
(Shandong Chengchuang Blue Sea Pharmaceutical Technology Co., Ltd., Shandong, China)
was firstly dissolved in dimethyl sulfoxide (DMSO, MERK, Darmstadt, Germany), and
configured as the stock solution, which was further diluted to 31.25 µM as a working
solution with IMDM medium immediately before the experiments. Cells were treated with
DMSO of the same volume in the drug group as Control group in vitro (≤0.1%).

4.2. Cell Cytotoxicity Assay

The cell viability was determined using a Cell Counting Kit-8 (CCK-8, Biosharp, Hefei,
China). In brief, HMC-1 cells (1 × 104 cells/well in 96-well plates) were treated with
different concentrations of JM25-1 (3.9–250 µM) for 24 h. Ten microliters of CCK-8 was
then incubated for another 2 h. The OD450 values were detected using Microplate Reader
(PerkinElmer, Waltham, MA, USA), and the relative cell viability was calculated by the
formula: [(OD Treated − OD Blank)/(OD Control − OD Blank)] × 100%. All experiments were
performed at least three times in triplicate.

4.3. Integrity and Paracellular Permeability Assay

Caco2 cells (5 × 105 cells/mL) and HMC-1 cells (5 × 105 cells/mL) were seeded to
the Transwell® Flters (0.4 µm pore size, Corning, NY, USA) and basolateral compartment
of the Transwells, respectively. After 21 to 23 days, Caco2 established a differentiated and
polarized monolayer, which was co-cultured with HMC-1. In parallel, Caco2 cells were also
co-cultured in IMDM medium without HMC-1 as blank (labeled as Caco2) to exclude the
possibility that the medium change already causes a change in paracellular permeability.
The integrity of Caco2 monolayers was affected by HMC-1 cells treated with CRH (500 nM)
or JM25-1 (31.25 µM), and measured with an epithelial volt-ohm meter (Millicell® ERS-2,
Merck, Darmstadt, Germany). During the subsequent 3 h, the TEER value was monitored
per to evaluate the resistivity. The resistivity was calculated by the formula: Resistivity
(Ω·cm2) = (Ohm − Ohm0) × A; Ohm0: resistance value of the insert with culture medium
only; Ohm: resistance value of the insert with cells; A: surface area of insert.

In order to assess epithelial permeability, FITC-dextran 4000 (FD4, 4 kDa, 100 µg/mL)
was used to polarized monolayer after 3 h, and we detected the fluorescence intensity that
penetrate into the lower layer by Nivo 3S plate reader (PerkinElmer, Waltham, MA, USA)
with an excitation wavelength at 488 nm and an emission wavelength of 525 nm.
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4.4. N-Acetyl-β-D-Hexosaminidase Release Assay

To observe degranulation of MC, β-hexosaminidase release was evaluated as described
earlier [48]. Briefly, HMC-1 and RBL-2H3 cells (1 × 105 cells/well in 24-well plates) were
incubated with Tyrode’s solution (8.0 g/L NaCl, 0.2 g/L KCl, 0.26 g/L MgSO4·7H2O,
0.065 g/L NaH2PO4·2H2O, 1.0 g/L Na2CO3, 0.2 g/L CaCl2, 1 g/L glucose) for 30 min, and
the supernatant was discarded after centrifugation (1000 rpm, 5min). Compound 48/80
(10 µg/mL) was added and JM25-1 (7.8125–125 µM in Tyrode’s solution)-treated cells for
another 10 min. Then, blank control cells were lysed with 0.1% Triton X-100 for 5 min to
obtain the intracellular β-hexosaminidase. The supernatants (100 µL) were combined with
100 µL of 5 mM 4-nitrophenyl N-acetyl-β-D-glucosaminide dissolved with 0.05 M citric
acid/sodium citrate buffer (pH 4.5) for 90 min at 37 ◦C. Then, hydrolysis reaction was
terminated by the addition of 150 µL stop buffer (0.1 M Na2CO3 / NaHCO3, pH 10.7) and
the absorbance was measured at 405 nm by Microplate Reader (PerkinElmer, Waltham,
MA, USA). β-hexosaminidase release was calculated by the formula: β-hexosaminidase
release (%) = (OD treated − media/OD blank control − media × 100%).

4.5. Target Prediction

The SwissTargetPrediction database (swisstargetprediction.ch/ accessed on 20 Decem-
ber 2021) and the PharmMapper platform (lilab-ecust.cn/Pharmmapper/ accessed on 20
December 2021) were used to obtain the JM25-1 related targets. Gene targets linked to
JM25-1 activity were thereby identified as “drug targets”. Irritable Bowel Syndrome (IBS)
relevant targets were obtained as “disease targets” from the GeneCards (genecards.org/
accessed on 20 December 2021) and DisGeNET (disgenet.org/ accessed on 20 December
2021) databases.

4.6. Protein–Protein Interaction (PPI) Network Construction and Hub Target Screening

The STRING 11.0 database (string-db.org accessed on 20 December 2021) was used to
appraise the interactions of the targets in a network with the species defined as “Homo sapi-
ens”. Then, the PPI data was input into Cytoscape 3.7.1 software for visibility optimization
and topology analysis.

4.7. Molecular Docking Simulation

To observe the direct binding of JM25-1 with the hub targets identified in the PPI
network, we derived the 3D JM25-1 structure and crystal structures of the AKT1 protein
from the PubChem and RCSB Protein Data Bank (rcsb.org/ accessed on 5 May 2022)
databases, respectively. Surflex-Dock (SFXC) was used as the docking mode after protein
structure preparation. Surflex-Dock scores (total scores) represent binding affinities.

4.8. Gene Ontology (GO) Term and Kyoto Encyclopedia of Genes and Genomes (KEGG) Pathway
Enrichment Analyses

GO term and KEGG pathway enrichment analyses were performed to decipher the
functions of differentially expressed genes, which were also used to predict the potential
mechanism of drug action. We entered the gene symbols of the common targets into the
Database for Annotation, Visualization and Integrated Discovery (DAVID) 6.8, a database
with integrated GO and KEGG modules.

4.9. Animals and Chronic Stress Experimental Design

Specific pathogen free (SPF) Wistar rats (8 weeks old, male, 180–220 g) were supplied
by Chengdu Dashuo Experimental Animal Co. Ltd. (Chengdu, Sichuan, China). All
animals were treated humanely in accordance with the requirements of the National
Institutes of Health Laboratory Animal Care and Use Guidelines (8th Edition). Rats were
housed with free access to commercial water and diet at an invariable room temperature
(23 ◦C) under a 12 h light/dark cycles. After seven days of adaptive culture, rats were
evenly divided into three groups according to body weight (Control group, Stress group,

swisstargetprediction.ch/
lilab-ecust.cn/Pharmmapper/
genecards.org/
disgenet.org/
string-db.org
rcsb.org/
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and Stress + JM25-1 group, n = 7). Chronic and acute exposure of rats to psychological stress
was the model adopted in this experiment [7,49,50]. Briefly, as shown in Figure 4A, animals
were placed on a platform (Diameter 8.9 cm, height 11.7 cm) positioned in the middle of a
cage (65 × 47 × 41 cm) filled with water to 1 cm below the platform between 9:00 am and
10:00 am for 1 h daily for 10 consecutive. Control group was placed on the same platform
above a waterless cage. Six hours later, the rats except control group were subjected to
additional one pressure per day, including ultrasonic noise interference for 1 h, overnight
in wet bedding, tilting the cage 45◦ for 12 h, 12 h without water, 12 h with starvation, 2 min
with tail clips, or standing on ice for 10 min. Control rats did not need additional pressure.
After seven consecutive days, rats under stress were intraperitoneal injected with JM25-1
(15 mg/kg, n = 7, dissolved in normal saline with 5% DMSO) and the other two groups
were injected with normal saline with 5% DMSO. The drug was administered continuously
for three days, and JM25-1 was administered 1 h before pressure every day. This experiment
was approved by the ethical committee at The Ethics Committee of Southwest Jiaotong
University Approval (Agreement No. SWJTU-2013-026).

4.10. Transplantation of Colonic Mucus from IBS Patient

The study protocol was approved by The Ethics Committee of Southwest Jiaotong
University Approval (Agreement No. SWJTU-2013-026), and all patients were asked to
sign a written informed consent and IBS-symptomatic assessment. The diagnosis of IBS
is based on typical clinical symptoms that fulfilled the Rome IV criteria [51]. Briefly, IBS
patients were included with abdominal pain relieved by defecation or associated with its
onset, with a change in stool frequency (either an increase or decrease) or a change in the
appearance of the stool (to either loose or hard). Patients with a family history of organic
gastroenterological diseases and organic or severe psychiatric disorders that may lead to
gastrointestinal symptoms were excluded. In total, six patients with IBS were recruited
into this research. Under colonoscopy, colonic mucus of each individual was obtained with
N-acetylcysteine washing at Z sigmoid.

Specifically, Wistar rats were divided into two groups (Mucus group and Mucus +
JM25-1 group, n = 6), and anesthetized with phenobarbital after undergoing starvation for
24 h. Afterwards, IBS mucus was transplanted into rats’ colon of two groups using a 1 mm
diameter polytetrafluoroethylene capillary. Transplanting position of each rat remained
the same, which was 3 cm away from the anus. After 30 min, JM25-1 dissolved in normal
saline with 5% DMSO was intraperitoneally injected into rats to Mucus + JM25-1 group,
and the Mucus group was injected with solvent without JM25-1. Rats were sacrificed and
colonic tissue was collected after overnight.

4.11. Western Blot Analysis

After drug treatment, cell/small intestine tissue was harvested and lysed with 1 ×
RIPA lysis buffer (Beyotime, Shanghai, China) containing phenyl-methyl-sulfonyl fluoride
(PMSF, Beyotime, Shanghai, China). The proteins were obtained from cell lysates and sepa-
rated on SDS-PAGE. After transferring proteins to PVDF membranes (Milipore, Darmstadt,
Germany), the membranes were blocked with TBST supplemented with 5% skimmed milk
(Biofroxx, Guangzhou, China) for 1 h at room temperature. The membranes were then
incubated with the primary antibodies (TNFα, IL-1β, CRHR1, CRHR2, GAPDH, p-PI3K,
PI3K, p-AKT, AKT, p-mTOR, mTOR, and ZO-1; 1:1000 dilution, Proteintech, Wuhan, Chian)
at 4 ◦C overnight, followed by an incubation with HRP-conjugated secondary antibody
(Proteintech, Wuhan, China) for 1 h at room temperature. Signals were detected using
the ECL Western blotting substrate (Millipore, Darmstadt, Germany) and quantified with
imageJ software (ImageJ 1.46r, National Institutes of Health, Bethesda, MD, USA). The data
were obtained from three independent experiments.
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4.12. Total RNA Isolation and Quantitation

Small intestine tissue or HMC-1 cells with a density of 5 × 105/mL incubated in
6-well plates for 24 h were extracted total RNA using TRIzol reagent (Invitrogen, Carlsbad,
CA, USA). Reverse transcription was performed using a ChamQ Universal SYBR qPCR
Master Mix and quantitative PCR was performed with HiScript QRT SuperMix for qPCR
(Vazyme, Nanjing, Jiangsu, China). Primer sequences used are listed as Table 2. The level
of mRNA expression was calculated using the 2−(∆∆C

T
) method and GAPDH was used as

a loading control.

Table 2. List of primer.

Name Primer: 5′ to 3′

TNFα-Forward (Human) CCAGGGACCTCTCTCTAATCA
TNFα-Reverse (Human) TCAGCTTGAGGGTTTGCTAC

CRHR1-Forward (Human) TGGTGTCCGCTACAATACCA
CRHR1-Reverse (Human) AGTGGCCAGGTAGTTGATG
CRHR2-Forward (Human) CCGGAATGCCTATCGAGAATG
CRHR2-Reverse (Human) GGTCATACTTCCTCTGCTTGTC
IL-1β-Forward (Human) ATGACCTGAGCACCTTCTTTC
IL-1β-Reverse (Human) TGCACATAAGCCTCGTTATCC
IL-18-Forward (Human) CAGATCGCTTCCTCTCGCAA
IL-18-Reverse (Human) CCAGGTTTTCATCATCTTCAGCTAT
IL-6-Forward (Human) CCAGGAGAAGATTCCAAAGATGTA
IL-6- Reverse (Human) CGTCGAGGATGTACCGAATTT

GAPDH-Forward (Human) GTCAACGGATTTGGTCGTATTG
GAPDH-Reverse (Human) TGTAGTTGAGGTC AATGAAGGG

ZO-1-Forward (Rat) CTTGCCACACTGTGACCCTA
ZO-1-Reverse (Rat) ACAGTTGGCTCCAACAAGGT

CRHR1-Forward (Rat) GGTGGCCTTTGTCCTCTTCTT
CRHR1-Reverse (Rat) AAAGCCGAGATGAGGTTCCA
CRHR2-Forward (Rat) CATCATCCTCGTGCTCCTCAT
CRHR2-Reverse (Rat) TGGAGGCTCGCAGTTTTGT
TNFα-Forward (Rat) CGTAGCCCACGTCGTAGCA
TNFα-Reverse (Rat) GTCTTTGAGATCCATGCCATTG
IL-1β-Forward (Rat) TCAGGAAGGCAGTGTCACTCAT
IL-1β-Reverse (Rat) AAGAAGGTGCTTGGGTCCTCAT
IL-6-Forward (Rat) CCAGGAGAAGATTCCAAAGATGTA
IL-6-Reverse (Rat) CGTCGAGGATGTACCGAATTT

IL-18-Forward (Rat) GCCTCAAACCTTCCAAATCA
IL-18-Reverse (Rat) TGGATCCATTTCCTCAAAGG

GAPDH-Forward (Rat) GGGTGTGAACCACGAGAAATATG
GAPDH-Reverse (Rat) CCACGATGCCAAAGTTGTCA

4.13. Determination of Cytokine Secretion

Serum was acquired from rat tail vein centrifuged at 3000× g for 5 min. Supernatant
level of diamine oxidase, D-lactic acid and bacterial endotoxin was detected according
to the instructions. In brief, 20 microliters of sample were added into the testing panel
for 20 min at 37 ◦C, and detected concentrations by Intestinal Barrier Biochemical Index
Analysis System (Zhongshengjinyu, Beijing, China).

4.14. Immunofluorescence (IF)

There are two major types of immunofluorescent staining method: (1) Cells that
attached to coverslips after experimental treatment were fixed with 4% paraformaldehyde
for 20 min, and permeability with 0.2% Triton X-100 and blocked with PBS containing 5%
BSA for 60 min in the next. The coverslips were followed by incubating with primary ZO-
1/CRHR1/CRHR2, and labeled with specific secondary antibody for 1 h, and stained with
DAPI (Biosharp, Hefei, China) for 5 min. The slides were washed with PBS and mounted by
FluorSaveTM mounting media (Merck, Darmstadt, Germany). (2) The intestinal tissue was
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fixed in 10% phosphate-buffered formalin for immunofluorescent studies before paraffin
embedding. For immunofluorescent staining of ZO-1 (1:500, Proteintech, Wuhan, Chian),
CRHR1 (1:50, Proteintech, Wuhan, Chian), CRHR2 (1:200, Proteintech, Wuhan, Chian) and
Tryptase (1:100, Santa Cruz, CA, USA), paraffin sections (5 µm) were dewaxed to rehydrate.
After blocking with 10% goat serum, sections were incubated with primary antibody at
4 ◦C overnight, and detected with IgG (H + L) Highly Cross-Adsorbed Secondary Antibody
(Thermofisher, Shanghai, China) for 1 h at room temperature, respectively. Representative
images were captured under a fluorescence microscope and analyzed with imageJ Software
(ImageJ 1.46r, National Institutes of Health, Bethesda, MD, USA).

4.15. Immunohistochemistry (IHC)

Colons were fixed in 10% formalin, embedded in paraffin, sectioned (5 µm), and
deparaffinized. Subsequently, sections performed heat-induced antigen retrieval with
Citrate-EDTA Antigen Retrieval Solution for 20 min (Beyotime, Shanghai, China) and
stained with primary antibodies (TNFα, ZO-1). Thereafter, enhanced enzyme labeled
secondary antibody (Zhongshan Goldenbridge, Beijing, China) and DAB Substrate was
employed. Representative images were captured under fluorescence microscope (Leica
Microsystems, Wetzlar, Germany).

4.16. Transmission Electron Microscopy (TEM)

The colon of transplanted rat was successively fixed in 3% glutaraldehyde and 1% os-
mium tetroxide, then dehydrated in acetone, permeated in epoxy 812 for a longer time, and
embedded. Using a diamond knife to cut the semithin sections which stained with methy-
lene blue, ultrathin sections were obtained. Afterwards, the sections were stained with
uranyl acetate and lead citrate to examine with JEM-1400-FLASH Transmission Electron
Microscope (JEOL, Tokyo, Japan).

4.17. Statistical Analysis

All data are analyzed by one-way univariate analysis of variance (ANOVA) using
GraphPad Prism among the groups 8.0.1 (GraphPad Software, Inc., La Jolla, CA, USA).
* p ≤ 0.05, ** p ≤ 0.01, *** p ≤ 0.001 are considered as highly statistically significant.

Supplementary Materials: The following supporting information can be downloaded at: https:
//www.mdpi.com/article/10.3390/ph16010047/s1, Figure S1: Effect of JM25-1 on tight junction in
Caco2 cells; Figure S2: Evaluating the permeability of the stress model before JM25-1 treatment.

Author Contributions: Conceptualization, L.W. and X.S.; Data curation, L.L.; Formal analysis, J.S.;
Funding acquisition, L.W.; Methodology, X.B.; Project administration, Q.W. and Y.G.; Software, J.S.;
Supervision, Q.W.; Visualization, H.L.; Writing—Original draft, Y.S.; Writing—Review & editing, L.L.
and Y.G. All authors have read and agreed to the published version of the manuscript.

Funding: This study was funded by the Foundation of Science and Technology Department of
Sichuan province grant number (2022YFS0172), the Medical Research Project of Chengdu Municipal
Health Commission grant number (2021055), the Chengdu Science and Technology Bureau grant
number (2021-YF05-00585-SN), the Science and Technology Department of Sichuan province grant
number (23MZGC0222) and the Key Research and Development Project of Sichuan Province grant
number (2022YFS0340).

Institutional Review Board Statement: All animal and clinical experiments were approved by The
Ethics Committee of Southwest Jiaotong University Approval, People’s Republic of China (Agreement
No. SWJTU-2013-026). Written informed consent has been obtained from the patient(s) to publish
this paper.

Informed Consent Statement: Not applicable.

Data Availability Statement: All datasets generated for this study are included in Supplemen-
tary Materials.

https://www.mdpi.com/article/10.3390/ph16010047/s1
https://www.mdpi.com/article/10.3390/ph16010047/s1


Pharmaceuticals 2023, 16, 47 17 of 19

Acknowledgments: The authors thank Can Wu and her team, Department of Clinical Laboratory
Center, The Third People’s Hospital of Chengdu (Chengdu, Sichuan, China) for taking blood from
the tail vein of rats in the studies.

Conflicts of Interest: The authors declare that the research was conducted in the absence of any
commercial or financial relationships that could be construed as a potential conflict of interest.

Abbreviations

MC: mast cell; JM25-1: 2-diethylamino-N-2,5-dimethylphenyl acetamide; IBS: irritable bowel
syndrome; GO: gene ontology; CRH: corticotropin-releasing hormone; C48/80: compound 48/80;
CRHR1: corticotropin-releasing hormone receptor 1; CRHR2: corticotropin-releasing hormone recep-
tor 2; IBD: inflammatory bowel disease; e.g.,: exempli gratia; HPA: hypothalamic-pituitary-adrenal
axis; TJ: tight junction; CCK-8: Cell Counting Kit-8; FD4: FITC-dextran 4000; ZO-1: zona occludens
1; TEER: transepithelial electrical resistance; IF: Immunofluorescence; IHC: Immunohistochemistry;
TEM: Transmission electron microscope; IBS-D: diarrhea-predominant IBS.

References
1. Peters, K.; Dahlgren, D.; Egerszegi, P.P.; Lennernas, H.; Sjoblom, M. Protective Effects of Melatonin and Misoprostol against

Experimentally Induced Increases in Intestinal Permeability in Rats. Int. J. Mol. Sci. 2022, 23, 2912. [CrossRef] [PubMed]
2. Kinashi, Y.; Hase, K. Partners in Leaky Gut Syndrome: Intestinal Dysbiosis and Autoimmunity. Front. Immunol. 2021, 12, 673708.

[CrossRef] [PubMed]
3. Odenwald, M.A.; Turner, J.R. Intestinal Permeability Defects: Is It Time to Treat? Clin. Gastroenterol. Hepatol. 2013, 11, 1075–1083.

[CrossRef]
4. Camilleri, M. Human Intestinal Barrier: Effects of Stressors, Diet, Prebiotics, and Probiotics. Clin. Transl. Gastroenterol. 2021, 12,

e00308. [CrossRef] [PubMed]
5. Fortea, M.; Albert-Bayo, M.; Abril-Gil, M.; Ganda Mall, J.P.; Serra-Ruiz, X.; Henao-Paez, A.; Exposito, E.; Gonzalez-Castro, A.M.;

Guagnozzi, D.; Lobo, B.; et al. Present and Future Therapeutic Approaches to Barrier Dysfunction. Front. Nutr. 2021, 8, 718093.
[CrossRef]

6. Butto, L.F.; Pelletier, A.; More, S.K.; Zhao, N.; Osme, A.; Hager, C.L.; Ghannoum, M.A.; Sekaly, R.P.; Cominelli, F.; Dave, M.
Intestinal Stem Cell Niche Defects Result in Impaired 3D Organoid Formation in Mouse Models of Crohn’s Disease-like Ileitis.
Stem. Cell Rep. 2020, 15, 389–407. [CrossRef]

7. Vanuytsel, T.; van Wanrooy, S.; Vanheel, H.; Vanormelingen, C.; Verschueren, S.; Houben, E.; Salim Rasoel, S.; Tomicronth,
J.; Holvoet, L.; Farre, R.; et al. Psychological Stress and Corticotropin-Releasing Hormone Increase Intestinal Permeability in
Humans by a Mast Cell-dependent Mechanism. Gut 2014, 63, 1293–1299. [CrossRef]

8. Li, M.; Zhao, J.; Cao, M.; Liu, R.; Chen, G.; Li, S.; Xie, Y.; Xie, J.; Cheng, Y.; Huang, L.; et al. Mast cells-derived MiR-223 Destroys
Intestinal Barrier Function by Inhibition of CLDN8 Expression in Intestinal Epithelial Cells. Biol. Res. 2020, 53, 12. [CrossRef]

9. Cespedes, N.; Donnelly, E.L.; Lowder, C.; Hansten, G.; Wagers, D.; Briggs, A.M.; Schauer, J.; Haapanen, L.; Abrink, M.; Van
de Water, J.; et al. Mast Cell Chymase/Mcpt4 Suppresses the Host Immune Response to Plasmodium yoelii, Limits Malaria-
Associated Disruption of Intestinal Barrier Integrity and Reduces Parasite Transmission to Anopheles stephensi. Front. Immunol.
2022, 13, 801120. [CrossRef]

10. Wang, J.; Zhang, X.; Yang, C.; Zhao, S. Effect of Monoacylglycerol Lipase Inhibition on Intestinal Permeability in Chronic Stress
Model. Biochem. Biophys. Res. Commun. 2020, 525, 962–967. [CrossRef]

11. Wiley, J.W.; Zong, Y.; Zheng, G.; Zhu, S.; Hong, S. Histone H3K9 Methylation Regulates Chronic Stress and IL-6-induced Colon
Epithelial Permeability and Visceral Pain. Neurogastroenterol. Motil. 2020, 32, e13941. [CrossRef] [PubMed]

12. D’Costa, S.; Ayyadurai, S.; Gibson, A.J.; Mackey, E.; Rajput, M.; Sommerville, L.J.; Wilson, N.; Li, Y.; Kubat, E.; Kumar, A.; et al.
Mast Cell Corticotropin-releasing Factor Subtype 2 Suppresses Mast Cell Degranulation and Limits the Severity of Anaphylaxis
and Stress-induced Intestinal Permeability. J. Allergy Clin. Immunol. 2019, 143, 1865–1877. [CrossRef] [PubMed]

13. Guilarte, M.; Vicario, M.; Martinez, C.; de Torres, I.; Lobo, B.; Pigrau, M.; Gonzalez-Castro, A.; Rodino-Janeiro, B.K.; Salvo-Romero,
E.; Fortea, M.; et al. Peripheral Corticotropin-Releasing Factor Triggers Jejunal Mast Cell Activation and Abdominal Pain in
Patients with Diarrhea-Predominant Irritable Bowel Syndrome. Am. J. Gastroenterol. 2020, 115, 2047–2059. [CrossRef] [PubMed]

14. Bednarska, O.; Walter, S.A.; Casado-Bedmar, M.; Strom, M.; Salvo-Romero, E.; Vicario, M.; Mayer, E.A.; Keita, A.V. Vasoactive
Intestinal Polypeptide and Mast Cells Regulate Increased Passage of Colonic Bacteria in Patients with Irritable Bowel Syndrome.
Gastroenterology 2017, 153, 948–960.e943. [CrossRef]

15. Li, X.; Liu, Q.; Yu, J.; Zhang, R.; Sun, T.; Jiang, W.; Hu, N.; Yang, P.; Luo, L.; Ren, J.; et al. Costunolide Ameliorates Intestinal
Dysfunction and Depressive Behaviour in Mice with Stress-induced Irritable Bowel Syndrome via Colonic Mast Cell Activation
and Central 5-hydroxytryptamine Metabolism. Food Funct. 2021, 12, 4142–4151. [CrossRef]

http://doi.org/10.3390/ijms23062912
http://www.ncbi.nlm.nih.gov/pubmed/35328333
http://doi.org/10.3389/fimmu.2021.673708
http://www.ncbi.nlm.nih.gov/pubmed/33968085
http://doi.org/10.1016/j.cgh.2013.07.001
http://doi.org/10.14309/ctg.0000000000000308
http://www.ncbi.nlm.nih.gov/pubmed/33492118
http://doi.org/10.3389/fnut.2021.718093
http://doi.org/10.1016/j.stemcr.2020.06.017
http://doi.org/10.1136/gutjnl-2013-305690
http://doi.org/10.1186/s40659-020-00279-2
http://doi.org/10.3389/fimmu.2022.801120
http://doi.org/10.1016/j.bbrc.2020.02.173
http://doi.org/10.1111/nmo.13941
http://www.ncbi.nlm.nih.gov/pubmed/32743845
http://doi.org/10.1016/j.jaci.2018.08.053
http://www.ncbi.nlm.nih.gov/pubmed/30439403
http://doi.org/10.14309/ajg.0000000000000789
http://www.ncbi.nlm.nih.gov/pubmed/32740086
http://doi.org/10.1053/j.gastro.2017.06.051
http://doi.org/10.1039/D0FO03340E


Pharmaceuticals 2023, 16, 47 18 of 19

16. Kamphuis, J.B.J.; Reber, L.; Eutamene, H.; Theodorou, V. Increased Fermentable Carbohydrate Intake Alters Colonic Mucus
Barrier Function through Glycation Processes and Increased Mast Cell Counts. FASEB J. 2022, 36, e22297. [CrossRef]

17. Li, R.; Chen, S.; Gu, X.; An, S.; Wang, Z. Role of the Nuclear Receptor Subfamily 4a in Mast Cells in the Development of Irritable
Bowel Syndrome. Comput. Struct. Biotechnol. J. 2022, 20, 1198–1207. [CrossRef]

18. Serra, M.F.; Neves, J.S.; Couto, G.C.; Cotias, A.C.; Pao, C.R.; Olsen, P.C.; de Carvalho, K.I.; Anjos-Valotta, E.A.; Faria, R.X.; Costa,
J.C.; et al. JM25-1, a Lidocaine Analog Combining Airway Relaxant and Antiinflammatory Properties: Implications for New
Bronchospasm Therapy. Anesthesiology 2016, 124, 109–120. [CrossRef]

19. Costa, J.C.; Neves, J.S.; de Souza, M.V.; Siqueira, R.A.; Romeiro, N.C.; Boechat, N.; e Silva, P.M.; Martins, M.A. Synthesis and
Antispasmodic Activity of Lidocaine Derivatives Endowed with Reduced Local Anesthetic Action. Bioorg. Med. Chem. Lett. 2008,
18, 1162–1166. [CrossRef]

20. Kolkhir, P.; Elieh-Ali-Komi, D.; Metz, M.; Siebenhaar, F.; Maurer, M. Understanding Human Mast Cells: Lesson from Therapies
for Allergic and Non-Allergic Diseases. Nat. Rev. Immunol. 2022, 22, 294–308. [CrossRef]

21. Vukman, K.V.; Forsonits, A.; Oszvald, A.; Toth, E.A.; Buzas, E.I. Mast Cell Secretome: Soluble and Vesicular Components. Semin.
Cell Dev. Biol. 2017, 67, 65–73. [CrossRef] [PubMed]

22. Guo, J.; Liang, T.; Chen, H.; Li, X.; Ren, X.; Wang, X.; Xiao, K.; Zhao, J.; Zhu, H.; Liu, Y. Glutamate Attenuates Lipopolysaccharide
Induced Intestinal Barrier Injury by Regulating Corticotropin-Releasing Factor Pathway in Weaned Pigs. Anim. Biosci. 2022, 35,
1235–1249. [CrossRef] [PubMed]

23. Li, Q.; Liang, X.; Xue, X.; Wang, K.; Wu, L. Lipidomics Provides Novel Insights into Understanding the Bee Pollen Lipids
Transepithelial Transport and Metabolism in Human Intestinal Cells. J. Agric. Food Chem. 2020, 68, 907–917. [CrossRef] [PubMed]

24. Zareie, M.; Johnson-Henry, K.; Jury, J.; Yang, P.C.; Ngan, B.Y.; McKay, D.M.; Soderholm, J.D.; Perdue, M.H.; Sherman, P.M.
Probiotics Prevent Bacterial Translocation and Improve Intestinal Barrier Function in Rats Following Chronic Psychological Stress.
Gut 2006, 55, 1553–1560. [CrossRef] [PubMed]

25. Wiley, J.W.; Higgins, G.A.; Hong, S. Chronic Psychological Stress Alters Gene Expression in Rat Colon Epithelial Cells Promoting
Chromatin Remodeling, Barrier Dysfunction and Inflammation. Peer J 2022, 10, e13287. [CrossRef]

26. He, L.; Wang, C.; Simujide, H.; Aricha, H.; Zhang, J.; Liu, B.; Zhang, C.; Cui, Y.; Aorigele, C. Effect of Early Pathogenic Escherichia
Coli Infection on the Intestinal Barrier and Immune Function in Newborn Calves. Front. Cell. Infect. Microbiol. 2022, 12, 818276.
[CrossRef]

27. Wei, B.; Wu, Q.; Yang, X.; Lai, C.; Su, Z.; Liang, Z. Effect of TRAF6 in Acute Pancreatitis-Induced Intestinal Barrier Injury via
TLR4/NF-kappaB Signal Pathway. Tissue Cell 2022, 76, 101792. [CrossRef]

28. Hsin, K.Y.; Matsuoka, Y.; Asai, Y.; Kamiyoshi, K.; Watanabe, T.; Kawaoka, Y.; Kitano, H. Systemsdock: A Web Server for Network
Pharmacology-Based Prediction and Analysis. Nucleic Acids Res. 2016, 44, W507–W513. [CrossRef]

29. Chelakkot, C.; Ghim, J.; Ryu, S.H. Mechanisms regulating intestinal barrier integrity and Its Pathological Implications. Exp. Mol.
Med. 2018, 50, 1–9. [CrossRef]

30. Ye, L.; Zhang, Y.; Chen, Y.J.; Liu, Q. Anti-tumor Effects of Lidocaine on Human Gastric Cancer Cells in Vitro. Bratisl. Lek. Listy
2019, 120, 212–217. [CrossRef]

31. Adler, D.M.; Cornett, C.; Damborg, P.; Verwilghen, D.R. The Stability and Microbial Contamination of Bupivacaine, Lidocaine
and Mepivacaine Used for Lameness Diagnostics in Horses. Vet. J. 2016, 218, 7–12. [CrossRef] [PubMed]

32. Rogliani, P.; Calzetta, L.; Rendina, E.A.; Massullo, D.; Dauri, M.; Rinaldi, B.; Capuano, A.; Matera, M.G. The Influence of Propofol,
Remifentanil and Lidocaine on the Tone of Human Bronchial Smooth Muscle. Pulm. Pharmacol. Ther. 2013, 26, 325–331. [CrossRef]
[PubMed]

33. Chiu, K.M.; Lu, C.W.; Lee, M.Y.; Wang, M.J.; Lin, T.Y.; Wang, S.J. Neuroprotective and Anti-Inflammatory Effects of Lidocaine in
Kainic Acid-Injected Rats. Neuroreport 2016, 27, 501–507. [CrossRef]

34. Seifert, J.; Mostecka, H.; Kolar, G.F. Trifluoromethylanilines-Their Effect on DNA Synthesis and Proliferative Activity in Parenchy-
mal Organs of Rats. Toxicology 1993, 83, 49–59. [CrossRef] [PubMed]

35. Parodi, S.; Pala, M.; Russo, P.; Zunino, A.; Balbi, C.; Albini, A.; Valerio, F.; Cimberle, M.R.; Santi, L. DNA Damage in Liver, Kidney,
Bone Marrow, and Spleen of Rats and Mice Treated with Commercial and Purified Aniline as Determined by Alkaline Elution
Assay and Sister Chromatid Exchange Induction. Cancer Res. 1982, 42, 2277–2283.

36. Holtmann, G.J.; Ford, A.C.; Talley, N.J. Pathophysiology of Irritable Bowel Syndrome. Lancet Gastroenterol. Hepatol. 2016, 1,
133–146. [CrossRef]

37. Ibeakanma, C.; Ochoa-Cortes, F.; Miranda-Morales, M.; McDonald, T.; Spreadbury, I.; Cenac, N.; Cattaruzza, F.; Hurlbut, D.;
Vanner, S.; Bunnett, N.; et al. Brain-gut Interactions Increase Peripheral Nociceptive Signaling in Mice with Postinfectious Irritable
Bowel Syndrome. Gastroenterology 2011, 141, 2098–2108. [CrossRef]

38. Liang, W.J.; Zhang, G.; Luo, H.S.; Liang, L.X.; Huang, D.; Zhang, F.C. Tryptase and Protease-Activated Receptor 2 Expression
Levels in Irritable Bowel Syndrome. Gut Liver 2016, 10, 382–390. [CrossRef]

39. Smith, F.; Clark, J.E.; Overman, B.L.; Tozel, C.C.; Huang, J.H.; Rivier, J.E.; Blikslager, A.T.; Moeser, A.J. Early Weaning Stress
Impairs Development of Mucosal Barrier Function in the Porcine Intestine. Am. J. Physiol. Gastrointest. Liver Physiol. 2010, 298,
G352–G363. [CrossRef]

40. Nozu, T.; Miyagishi, S.; Nozu, R.; Takakusaki, K.; Okumura, T. Altered Colonic Sensory and Barrier Functions by CRF: Roles of
TLR4 and IL-1. J. Endocrinol. 2018, 239, 241–252. [CrossRef]

http://doi.org/10.1096/fj.202100494RRR
http://doi.org/10.1016/j.csbj.2022.02.017
http://doi.org/10.1097/ALN.0000000000000919
http://doi.org/10.1016/j.bmcl.2007.11.122
http://doi.org/10.1038/s41577-021-00622-y
http://doi.org/10.1016/j.semcdb.2017.02.002
http://www.ncbi.nlm.nih.gov/pubmed/28189858
http://doi.org/10.5713/ab.21.0476
http://www.ncbi.nlm.nih.gov/pubmed/35240031
http://doi.org/10.1021/acs.jafc.9b06531
http://www.ncbi.nlm.nih.gov/pubmed/31842537
http://doi.org/10.1136/gut.2005.080739
http://www.ncbi.nlm.nih.gov/pubmed/16638791
http://doi.org/10.7717/peerj.13287
http://doi.org/10.3389/fcimb.2022.818276
http://doi.org/10.1016/j.tice.2022.101792
http://doi.org/10.1093/nar/gkw335
http://doi.org/10.1038/s12276-018-0126-x
http://doi.org/10.4149/BLL_2019_036
http://doi.org/10.1016/j.tvjl.2016.10.008
http://www.ncbi.nlm.nih.gov/pubmed/27938712
http://doi.org/10.1016/j.pupt.2013.01.002
http://www.ncbi.nlm.nih.gov/pubmed/23333814
http://doi.org/10.1097/WNR.0000000000000570
http://doi.org/10.1016/0300-483X(93)90091-6
http://www.ncbi.nlm.nih.gov/pubmed/8248950
http://doi.org/10.1016/S2468-1253(16)30023-1
http://doi.org/10.1053/j.gastro.2011.08.006
http://doi.org/10.5009/gnl14319
http://doi.org/10.1152/ajpgi.00081.2009
http://doi.org/10.1530/JOE-18-0441


Pharmaceuticals 2023, 16, 47 19 of 19

41. Wallon, C.; Persborn, M.; Jonsson, M.; Wang, A.; Phan, V.; Lampinen, M.; Vicario, M.; Santos, J.; Sherman, P.M.; Carlson, M.;
et al. Eosinophils Express Muscarinic Receptors and Corticotropin-Releasing Factor to Disrupt the Mucosal Barrier in Ulcerative
Colitis. Gastroenterology 2011, 140, 1597–1607. [CrossRef] [PubMed]

42. Estienne, M.; Claustre, J.; Clain-Gardechaux, G.; Paquet, A.; Tache, Y.; Fioramonti, J.; Plaisancie, P. Maternal Deprivation Alters
Epithelial Secretory Cell Lineages in Rat Duodenum: Role of CRF-related Peptides. Gut 2010, 59, 744–751. [CrossRef] [PubMed]

43. Sun, Y.; Jiang, X.; Pan, R.; Zhou, X.; Qin, D.; Xiong, R.; Wang, Y.; Qiu, W.; Wu, A.; Wu, J. Escins Isolated from Aesculus chinensis
Bge. Promote the Autophagic Degradation of Mutant Huntingtin and Inhibit its Induced Apoptosis in HT22 cells. Front.
Pharmacol. 2020, 11, 116–136. [CrossRef]

44. Wang, M.J.; Lin, S.Z.; Kuo, J.S.; Huang, H.Y.; Tzeng, S.F.; Liao, C.H.; Chen, D.C.; Chen, W.F. Urocortin Modulates Inflammatory
Response and Neurotoxicity Induced by Microglial Activation. J. Immunol. 2007, 179, 6204–6214. [CrossRef] [PubMed]

45. Zhang, F.; Hong, F.; Wang, L.; Fu, R.; Qi, J.; Yu, B. MrgprX2 Regulates Mast Cell Degranulation through PI3K/AKT and
PLCgamma Signaling in Pseudo-Allergic Reactions. Int. Immunopharmacol. 2022, 102, 108389. [CrossRef]

46. Emeto, T.I.; Moxon, J.V.; Biros, E.; Rush, C.M.; Clancy, P.; Woodward, L.; Moran, C.S.; Jose, R.J.; Nguyen, T.; Walker, P.J.; et al.
Urocortin 2 is Associated with Abdominal Aortic Aneurysm and Mediates Anti-Proliferative Effects on Vascular Smooth Muscle
Cells via Corticotrophin Releasing Factor Receptor 2. Clin. Sci. 2014, 126, 517–527. [CrossRef]

47. Blaabjerg, L.; Christensen, G.L.; Matsumoto, M.; van der Meulen, T.; Huising, M.O.; Billestrup, N.; Vale, W.W. CRFR1 Activation
Protects against Cytokine-Induced Beta-Cell Death. J. Mol. Endocrinol. 2014, 53, 417–427. [CrossRef]

48. Ekoff, M.; Strasser, A.; Nilsson, G. FcepsilonRI Aggregation Promotes Survival of Connective Tissue-Like Mast Cells but not
Mucosal-Like Mast Cells. J. Immunol. 2007, 178, 4177–4183. [CrossRef]

49. Ait-Belgnaoui, A.; Bradesi, S.; Fioramonti, J.; Theodorou, V.; Bueno, L. Acute Stress-Induced Hypersensitivity to Colonic
Distension Depends upon Increase in Paracellular Permeability: Role of Myosin Light Chain Kinase. Pain 2005, 113, 141–147.
[CrossRef]

50. Nozu, T.; Miyagishi, S.; Nozu, R.; Takakusaki, K.; Okumura, T. Repeated Water Avoidance Stress Induces Visceral Hypersensitivity:
Role of Interleukin-1, Interleukin-6, and Peripheral Corticotropin-Releasing Factor. J. Gastroenterol. Hepatol. 2017, 32, 1958–1965.
[CrossRef]

51. Saha, L. Irritable Bowel Syndrome: Pathogenesis, Diagnosis, Treatment, and Evidence-Based Medicine. World J. Gastroenterol.
2014, 20, 6759–6773. [CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

http://doi.org/10.1053/j.gastro.2011.01.042
http://www.ncbi.nlm.nih.gov/pubmed/21277851
http://doi.org/10.1136/gut.2009.190728
http://www.ncbi.nlm.nih.gov/pubmed/20551459
http://doi.org/10.3389/fphar.2020.00116
http://doi.org/10.4049/jimmunol.179.9.6204
http://www.ncbi.nlm.nih.gov/pubmed/17947696
http://doi.org/10.1016/j.intimp.2021.108389
http://doi.org/10.1042/CS20130425
http://doi.org/10.1530/JME-14-0056
http://doi.org/10.4049/jimmunol.178.7.4177
http://doi.org/10.1016/j.pain.2004.10.002
http://doi.org/10.1111/jgh.13787
http://doi.org/10.3748/wjg.v20.i22.6759
http://www.ncbi.nlm.nih.gov/pubmed/24944467

	Introduction 
	Results 
	Effect of JM25-1 on HMC-1 and RBL-2H3 Cell Viability 
	JM25-1 Inhibits Degranulation in Mast Cell HMC-1 and RBL-2H3 Cells 
	JM25-1 Diminishes the Expression of Cytokines by Regulating the Expression of CRH Receptors in HMC-1 Cells 
	JM25-1 Restrains Epithelial Permeability in a MC-Dependent Way 
	JM25-1 Protects the Intestinal Barrier from Psychological Stress 
	Effect of JM25-1 on the Expression of Intestinal CRH Receptors and Cytokines in Psychologically Stressed Rats 
	Network Pharmacology Analysis of JM25-1 against IBS 
	JM25-1 Regulates CRHR Expression and Activation of MC through the PI3K/AKT/mTOR Signaling Pathway 
	JM25-1 Regulated Intestinal Barrier Defect Induced by Colonic Mucus of IBS Patients 

	Discussion 
	Materials and Methods 
	Cell Culture 
	Cell Cytotoxicity Assay 
	Integrity and Paracellular Permeability Assay 
	N-Acetyl–D-Hexosaminidase Release Assay 
	Target Prediction 
	Protein–Protein Interaction (PPI) Network Construction and Hub Target Screening 
	Molecular Docking Simulation 
	Gene Ontology (GO) Term and Kyoto Encyclopedia of Genes and Genomes (KEGG) Pathway Enrichment Analyses 
	Animals and Chronic Stress Experimental Design 
	Transplantation of Colonic Mucus from IBS Patient 
	Western Blot Analysis 
	Total RNA Isolation and Quantitation 
	Determination of Cytokine Secretion 
	Immunofluorescence (IF) 
	Immunohistochemistry (IHC) 
	Transmission Electron Microscopy (TEM) 
	Statistical Analysis 

	References

