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As the first line of defence against pathogens and endotoxins crossing the intestine-blood barrier, the
intestinal epithelial barrier plays a determinant role in pigs' health and growth. 4-Phenylbutyric acid (4-
PBA), an aromatic fatty acid, was reported to benefit homeostasis of endoplasmic reticulum and protein
synthesis. However, whether 4-PBA affects intestinal epithelial barrier function in pigs is unknown. This
study aimed to explore the effects of 4-PBA on the intestinal barrier function, using in vitro models of
well-differentiated intestinal porcine epithelial cell (IPEC-J2) monolayers in the transwell plates. Cell
monolayers with or without 4-PBA (1.0 mmol/L) treatment were challenged with physical scratch,
deoxynivalenol (DON, 2.0 mg/mL, 48 h), and lipopolysaccharide (LPS, 5.0 mg/mL, 48 h), respectively.
Transepithelial electrical resistance (TEER) and fluorescein isothiocyanate-dextran (FD-4) permeability
were measured to indicate barrier integrity and permeability. Real-time PCR and Western blot were
conducted to determine relative gene and protein expressions of tight junction proteins. As expected,
physical scratch, DON, and LPS challenges decreased TEER and increased FD-4 permeability. 4-PBA
treatment accelerated cell mitigation and rehabilitation of the physical scratch-damaged intestinal
epithelial barrier but did not alleviate DON or LPS induced barrier damage. However, once 48-h DON and
LPS challenges were removed, rehabilitation of the epithelial barrier function of IPEC-J2 monolayer was
accelerated by the 4-PBA treatment. Also, the relative gene and protein expressions of zonula occludens-
1 (ZO-1), occludin, and claudin-1 were further upregulated by the 4-PBA treatment during the barrier
rehabilitation. Taken together, 4-PBA accelerated the IPEC-J2 cell monolayer barrier recovering from
physical scratch, DON-, and LPS-induced damage, via enhancing cell mitigation and expressions of tight
junction proteins.
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1. Introduction

Weaning stress (Moeser et al., 2007), mycotoxin-contaminated
feed ingestion (Pierron et al., 2016), and Escherichia coli infection
(Ewaschuk et al., 2011) cause defective intestinal barrier functions in
pigs. This subsequently increases intestinal permeability and en-
dotoxins penetrating the intestine-blood barrier (Jiang et al., 2019),
which triggers long-lasting inflammatory responses and reduces
growth performance (Broom and Kogut, 2018). Feed additives sup-
plements, such as polysaccharides, oligosaccharide, chitosan, and
probiotics have been revealed to benefit intestinal barrier function
and promote the growth performance of piglets (Hu et al., 2018;
Wan et al., 2018; Wang et al., 2019a; Yi et al., 2018). It is noteworthy
that the growth performance is closely and positively associated
with the intestinal barrier functions in various cases (Huang et al.,
2018; Park et al., 2020; Wang et al., 2019b), which affirms that
intact intestinal barrier function is a crucial factor determining an-
imals' health and growth performance.

The intestinal lumen is lined with a monolayer of conjunct
epithelial cells, which separate the internal circulatory system from
gut microbiota and endotoxins (Capaldo et al., 2017). The intestinal
barrier maintenance largely depends on the homeostasis of intestinal
epithelial cells (Peterson and Artis, 2014), which includes the integrity
of tight junctions, immune responses, programmed cell death, and
proliferation. Porcine intestinal epithelial cell line (IPEC-J2), which is
originally from the jejunum of unsuckled piglets, is widely used for
establishing in vitro models to mimic intestinal barrier function in
piglets (Vergauwen, 2015). The decrease in transepithelial electrical
resistance (TEER), increase in intestinal permeability, tight junction
protein disruptions, and cell apoptosis disorder can be observed in
mycotoxin or lipopolysaccharide (LPS) challenged IPEC-J2 monolayers
(Devreese et al., 2013; He et al., 2019), inwhich the in vivo situations of
mycotoxin-contaminated feed ingestion, or E. coli infection are
simulated, respectively. An early-weaned piglet has an immature
digestive system that provides low adaptability to the physical alter-
ation of its diet, so can easily suffer from scratch damage of the in-
testinal barrier during a solid diet intake (Jayaraman and Nyachoti,
2017). The present study established in vitro damage models of in-
testinal barrier function using well-differentiated IPEC-J2 monolayers
that were challenged with physical scratch, deoxynivalenol (DON),
and E. coli-derived LPS, aiming to screen effective feed additives for
protecting the intestinal barrier in pigs.

4-Phenylbutyric acid (4-PBA) is an aromatic fatty acid that has
been reported to benefit endoplasmic reticulum homeostasis and
protein synthesis in various stressed tissues, including the brain (Li
et al., 2019), pancreas (Hong et al., 2018), lung (Zeng et al., 2017),
liver (Shimizu et al., 2014), kidney (Carlisle et al., 2014), and in-
testines (You et al., 2019). 4-PBA, supplemented in the early stage,
enhanced the intestinal barrier function (reflected by lower D-
lactate and endotoxin levels in the blood) in the cecal ligation and
puncture-induced septic rats (Liu et al., 2016). Due to the properties
of high bioavailability, easy chemosynthesis, and nonpersistent
residue, 4-PBA has the potential to be applied as a feed additive
enhancing the intestinal barrier function in pigs. However, the in-
fluence of 4-PBA on pigs was unknown. The current study is the
first one evaluating the effects of 4-PBA on the porcine intestinal
barrier function using in vitro models, which may guide further 4-
PBA application in the pig industry.

2. Materials and methods

2.1. Materials and reagents

4-Phenylbutyric acid (Cat. No. P21005, purity > 99%), E. coli
O127:B8-derived LPS (Cat. No. L4516-1MG, quality level: 200), DON
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(Cat. No. SML1664-1mL, Quality Level: 200) and fluorescein
isothiocyanate-dextran (FD-4, Cat. No. 46944-100MG-F, molar
mass: 4,000) were purchased fromMerck (Sigma Aldrich, Shanghai,
China). Phosphate buffer solution (PBS, Cat. No. 20012027), Dul-
becco's Modified Eagle's Medium/Ham's F-12 (DMEM/F12) cell
culture medium (Cat. No. 11320082), 0.25% trypsineEDTAephenol
red (Cat. No. 25200056), penicillinestreptomycineglutamine (Cat.
No. 10378016), and fetal bovine serum (Cat. No. 16140071) were
purchased from Thermo Fisher Scientific (Shanghai, China). Six-well
transwell plates (0.4-mm pore size, 24-mm diameter, Cat. No. 3491),
96-well, and 6-well cell culture plates were purchased from Corning
(Shanghai, China). BeyoGold 96-well black opaque plates (Cat. No.
FCP966-80pcs) were purchased from Beyotime (Shanghai, China).
IPEC-J2 cells were provided by the Laboratory of Animal Nutritional
Physiology and Metabolic Process, Institute of Subtropical Agricul-
ture, Chinese Academy of Science (Changsha, Hunan, China).

2.2. Maintenance of IPEC-J2 monolayer in transwell plates

IPEC-J2 cells between 20th to 30th passages were seeded on the
apical compartment of 6-well transwell plates at a density of
1 � 105 cells/well. Cells were cultured in a cell culture incubator,
with DMEM/F12 medium supplemented with 10% fetal bovine
serum, and 1� penicillinestreptomycineglutamine. The culture
mediumwas changed every 2 d before cell confluency and changed
every day once the cells reached 100% confluency/differentiation.
Cell monolayers that displayed a TEER greater than 880 U cm2 were
used in the formal experiments.

2.3. Integrity determination via TEER measurement

The procedure for TEER measurement was described in our
previous study (Jiang et al., 2019). Briefly, after equilibrating the
cells with PBS for 10 min at room temperature, an electrical resis-
tance monitor (ESR-2, Millipore, USA) was used for TEER mea-
surement. TEER values of the transwell plates were calculated using
the readout value multiplied by the basal area (4.52 cm2) of the
apical inserts. The final calculated TEER values were used as an
indicator reflecting the barrier integrity of IPEC-J2 monolayers in
the transwell plates.

2.4. Permeability detection via FD-4 permeability experiment

To quantify the paracellular permeability of the cell monolayer, a
final concentration of 1.0 mg/mL FD-4 was added to the apical
compartment of transwell plates. The culture medium in the
basolateral compartment was taken after 30-min incubation. Then,
the medium was slightly mixed and transferred into 96-well black
opaque plates (100 mL in each well, 3 replicates). A Spark multi-
mode microplate reader (Tecan, Tecan Trading AG, Switzerland)
was used for detecting the fluorescent intensity (excitation,
485 nm; emission, 528 nm). The measured fluorescent intensity
was used as an indicator reflecting the paracellular permeability of
the IPEC-J2 monolayer.

2.5. Barrier damages induced by physical scratch, DON, and LPS

A 10-mL pipette tip was used to linearly scratch the well-
differentiated IPEC-J2 cells in both transwell plates and 6-well cell
culture plates. The scratched cells from these plates were washed
away with PBS 3 times. The cell confluency in 6-well plates was
imaged with microscopy every 12 h, and relative wound closure
ratios were analyzed. The barrier integrity of the cell monolayers in
the transwell plates was evaluated by TEER measurement at �3, 0,
24, and 48 h after scratch. Paracellular permeability of the cell



Table 1
Primers used in the present study.

Gene Primer sequences (50-30) Length, bp Access no.

GAPDH F: GGGCATGAACCATGAGAAGT
R: AAGCAGGGATGATGTTCTGG

230 XM_019925987.2

ZO-1 F: GGCCCTTACCTTTCGCCTGA
R: GCCTCAGGGCTTGGTGTTCT

158 XM_003480423.4

Claudin-1 F: CCCGGTCAATGCCAGATATG
R: CACCTCCCAGAAGGCAGAGA

80 XM_005666863.2

Occludin F: GCTGGAGGAAGACTGGAT
R: ATCCGCAGATCCCTTAAC

244 NM_001163647

GAPDH ¼ glyceraldehyde-3-phosphate dehydrogenase; ZO-1 ¼ zonula occludens-1.
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monolayerswas quantified by FD-4 permeability experiments at�3,
24, and 48 h after scratch.

To induce barrier damage with optimal concentrations of DON
and LPS, the dose-effects of DON and LPS on the IPEC-J2 monolayer
were explored. A series of concentrations of DON (0, 0.5, 1.0, 2.0,
5.0, 10 mg/mL), and LPS (0, 0.5, 1.0, 2.0, 5.0, 10 mg/mL) were applied
for 48 h, separately. The TEER measurement was conducted at 0,
12, 24, 36, and 48 h. The FD-4 permeability experiment was con-
ducted at 48 h.

2.6. Determination of 4-PBA cytotoxicity on cell viability and
barrier function of IPEC-J2

To evaluate the cytotoxicity of 4-PBA to IPEC-J2 cells, cells with
95% confluence in the 96-well cell culture plates, and well-
differentiated IPEC-J2 monolayers in the 6-well transwell plates
were treated with a series of concentrations (0, 0.5, 1.0, 5.0, 10,
50 mmol/L) of 4-PBA for 48 h. Cell-Counting Kit-8 (CCK-8, Sigma
Aldrich, Shanghai, China) was used to determine the relative
viability of the cells in the 96-well cell culture plates which were
pre-seeded with cells at a density of 5 � 103 cells/well, following
the manufacturer's instruction. TEER and FD-4 permeability were
measured to evaluate the barrier function of the IPEC-J2 monolayer
in transwell plates.

2.7. Experiment design

All the well-differentiated IPEC-J2 monolayers in the 6-well
transwell plates or 6-well cell culture plates were treated with or
without 1.0mmol/L 4-PBA. Three replicates of cell monolayers were
designed for each group.

For the scratch experiments, the cell monolayers with or
without 4-PBA treatment (control, 4-PBA groups) were scratched
with a pipette tip and cultured for 48 h. Cell confluency of the
monolayers in 6-well cell culture plates was imaged with a
microscopy-equipped camera at 0,12, 24 h after scratch. For the cell
monolayers in the 6-well transwell plates, TEER measurement and
FD-4 permeability experiments were conducted at �3, 24, and 48 h
after scratch.

For the DON-involving experiments, the IPEC-J2 monolayers
with or without 1.0 mmol/L 4-PBA treatment were challenged
with 2.0 mg/mL of DON (DON/control, 4-PBA þ DON/4-PBA
group) for 48 h. The culture medium was changed by a fresh
medium with or without 4-PBA after the 48-h DON challenge,
and the following observation experiments lasted for 48 h.
During the formal experiment, the TEER measurement was
conducted at initial (�52 h), DON added (�48 h), DON with-
drawal (0, 24, and 48 h). FD-4 permeability experiments were
conducted at 24 and 48 h after DON withdrawal. Cell monolayers
without any treatments (blank control) received the same TEER
measurement and FD-4 permeability experiments at the corre-
sponding time points.

For the experiments involving LPS, the IPEC-J2 monolayers
with or without 1.0 mmol/L 4-PBA treatment were challenged
with 5.0 mg/mL of LPS (LPS/control, 4-PBA þ LPS/4-PBA groups)
for 48 h. The culture medium was changed by a fresh medium
with or without 4-PBA after the 48-h LPS incubation, and the
following observation experiments lasted for 48 h. During the
formal experiment, the TEER measurement was conducted at
initial (�52 h), LPS added (�48 h), and LPS withdrawal (0, 24,
and 48 h). FD-4 permeability experiments were conducted at 24
and 48 h after LPS withdrawal. Cell monolayers without any
treatments (blank control) received the same TEER measure-
ment and FD-4 permeability experiments at the corresponding
time points.
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2.8. RNA extraction and real-time PCR

After these treatments, total RNA was extracted from IPEC-J2
cells using the SteadyPure RNA extract kit (Cat. No. AG21017, AG,
Changsha, China) following the manufacturer's instruction. Evo M-
MLV RT Kit with gDNA Clean (Cat. No. AG11705, AG, Changsha,
China) was used for cDNA synthesis according to the manufacturer's
protocol. RT-PCR was performed using the SYBR Green Premix Pro
Tag HS qPCR kit (Cat. No. AG11701, AG, Changsha, China) in a
LightCycler480 II system (Roche, Basel, Switzerland). The primers
for RT-PCRwere designedwith Primer-Blast (https://www.ncbi.nlm.
nih.gov/tools/primer-blast/) based on the published cDNA sequence
in the Gene Bank. GAPDHwas used as the internal reference gene to
determine the relative expression of targeted genes. Information on
the detected genes and primers is shown in Table 1.

2.9. Protein extraction and Western blot

Cells were collected from the transwell plates after these treat-
ments. The method for cell collection referred to the trypsinization
procedure for transwell inserts that is provided on Corning's web-
site. Total protein was extracted using a total protein extraction kit
(Cat. No. SD-001/SN-002, INVENT, Beijing, China) according to the
manufacturer's instruction. Protein concentrations of the samples
were quantified using a BCA Protein Assay Kit (ZJ101L, EpiZyme,
Shanghai, China). The proteins were adjusted into the same con-
centration at 5.0 mg/mL and then heat-denatured in a 5� loading
buffer (P0015, Beyotime, Shanghai, China) at 99 �C. The following
procedures of sodium dodecyl sulfateepolyacrylamide gel electro-
phoresis (SDS-PAGE) electrophoresis, membrane transferring, anti-
body incubation, and relative quantification of proteins are
described in our previous study (Yang et al., 2019). In the present
study, relative protein levels of zonula occludens-1 (ZO-1), occludin,
and claudin-1 were determined, using b-actin as an internal-
reference protein.

2.10. Statistical analysis

Data were presented as means ± standard deviations (SD).
Statistical analysis was performed using GraphPad Prism 8.0 soft-
ware (CA, USA). Differences between these treatments were eval-
uated using one-way ANOVA. Significance difference was
considered when P < 0.05.

3. Results

3.1. Dose-effects of DON and LPS on the barrier function of IPEC-J2
monolayer

To induce barrier damage with optimal concentrations of DON
and LPS, cell monolayers were challenged with DON (0, 0.5, 1.0, 2.0,

https://www.ncbi.nlm.nih.gov/tools/primer-blast/
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5.0, and 10 mg/mL) or LPS (0, 0.5, 1.0, 2.0, 5.0, and 10 mg/mL) for 48 h.
DON concentrations from 0.5 to 2.0 mg/mL reduced the TEER values
(Fig. 1A) and increased the FD-4 permeability (Fig. 1B) in a dose-
dependent manner during the 48 h challenge; LPS concentrations
from 2.0 to 5.0 mg/mL reduced the TEER values (Fig. 1C) and
increased the FD-4 permeability (Fig. 1D) in a dose-dependent
manner during the 48 h challenge. Final concentrations of 2.0 mg/
mL DON and 5.0 mg/mL LPS were chosen to induce barrier damage
in the following experiments.

3.2. Dose-effects of 4-PBA on the viability and barrier function of
IPEC-J2 monolayer

To investigate the toxicity of 4-PBA on IPEC-J2 cells and choose
an optimal dosage of 4-PBA in our following experiment, cell
monolayers were incubated with 4-PBA ranging from 0 to
50 mmol/L for 48 h. As shown in Fig. 2A, the 4-PBA dosages from
0 to 10 mmol/L 4-PBA did not affect the viability of IPEC-J2 cells,
however, the 50 mmol/L 4-PBA decreased (P < 0.05) the viability of
IPEC-J2 cells. The TEER values were not affected by the 4-PBA
treatments, and the 1.0 mmol/L group showed the highest mean
values (Fig. 2B). IPEC-J2 monolayers within 50 mmol/L 4-PBA
treatment exhibited higher FD-4 permeability (Fig. 2C). A final
concentration of 1.0 mmol/L for 4-PBAwas chosen for the following
experiments.

3.3. Effects of 4-PBA on the IPEC-J2 monolayer during scratch
damage and self-rehabilitation

To investigate whether 4-PBA promotes cell migration of IPEC-
J2, scratched cell monolayers in the 6-well cell culture plates
were incubated with or without 4-PBA (1.0 mmol/L) for 24 h. As
shown in Fig. 3A and B, the wound closure ratios were significantly
higher in the 4-PBA supplemented group, which indicates that 4-
PBA accelerated the migration of IPEC-J2 cells. As shown in
Fig. 3C, physical scratch decreased the TEER values by 40.2%; 4-PBA
Fig. 1. Dose-effects of deoxynivalenol (DON) and lipopolysaccharide (LPS) on the barrier fun
well transwell plates were challenged with different concentrations of DON or LPS for 48 h. T
cell seeding. (A) The transepithelial electrical resistance (TEER) values of the IPEC-J2 mon
tensities of the cell culture medium in the basal compartment were shown. (C) The TEER
intensities of the cell culture medium in the basal compartment were shown. Data were
significant difference (P < 0.05).
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accelerated the recovery of the barrier function of the IPEC-J2
monolayers during 48-h rehabilitation, which is indicated by
higher TEER values and lower FD-4 permeability (at 24 and 48 h) in
the 4-PBA group than the control (Fig. 3C, D).

3.4. Effects of 4-PBA on the IPEC-J2 monolayer during DON-induced
damage and self-rehabilitation

To investigate whether 4-PBA alleviates DON-induced barrier
damage of the IPEC-J2 monolayer, TEER, FD-4 permeability, mRNA,
and protein levels of the tight junctionwere determined. As shown
in Fig. 4A, the TEER values were significantly decreased during the
DON challenge, and the 4-PBA treatment did not alleviate the DON-
induced decrease in TEER values. However, the 4-PBA accelerated
the recovery of barrier integrity during the 48-h rehabilitation
period, which was indicated by significantly higher TEER values at
48 h in the 4-PBA groupwhen compared with the control. Likewise,
the FD-4 permeability was significantly decreased by the 4-PBA
treatment at 48 h after DON withdrawal (Fig. 4B). As shown in
Fig. 4C, at 0 h after DONwithdrawal, the relative mRNA levels of ZO-
1, occludin, and claudin-1 in the 4-PBA group were significantly
higher than the control; at 24 h after DON withdrawal, the mRNA
levels of ZO-1, occludin, and claudin-1 were significantly upregu-
lated in the 4-PBA groupwhen compared with the blank control; at
48 h after DONwithdrawal, the mRNA level of ZO-1 and occludin in
the 4-PBA treated cells were significantly lower than the control
group. As shown in Fig. 4D, the 4-PBA treatment improved the
protein levels of ZO-1, occludin, and claudin-1 when compared
with those in the control group.

3.5. Effects of 4-PBA on IPEC-J2 monolayer during LPS-induced
damage and self-rehabilitation

TEER, FD-4 permeability, mRNA, and protein levels of the tight
junctionwere determined to investigate the effects of 4-PBA on the
IPEC-J2 monolayer during LPS-induced barrier damage and self-
ction of intestinal porcine epithelial cell (IPEC)-J2 monolayer. Cell monolayers in the 6-
he positive control (PC) group represents these wells in 6-well trans-well plate without
olayers in each group were shown. (B) Fluorescein isothiocyanate-dextran (FD-4) in-
values of the IPEC-J2 monolayers in each group were shown. (D) FD-4 fluorescence

presented as means ± SD, n ¼ 3. Data sets marked with different letters represent a



Fig. 2. Dose-effects of 4-phenylbutyric acid (4-PBA) on cell viability and barrier function of intestinal porcine epithelial cell (IPEC)-J2 monolayer. Cell monolayers were treated with
different concentrations of 4-PBA for 48 h. (A) The viability of cells in 96-well cell culture plates was determined by Cell-Counting Kit-8 (CCK-8) and presented as OD450nm values.
The transepithelial electrical resistance (TEER) measurement and fluorescein isothiocyanate-dextran (FD-4) permeability experiments were conducted in 6-well transwell plates.
The positive control (PC) group represents these wells in 6-well trans-well plate without cell seeding. (B) TEER values of the IPEC-J2 monolayers in each group were presented. (C)
FD-4 fluorescence intensities of the culture medium in the basal compartment were shown. Data were presented as means ± SD, n ¼ 6 for the cell viability determination, or n ¼ 3
for the cell monolayers in the transwell plates. The data sets marked with * represent a significant difference (P < 0.05).

Fig. 3. Effects of 4-phenylbutyric acid (4-PBA) on cell migration, and barrier function of the scratched intestinal porcine epithelial cell (IPEC)-J2 monolayer. The cell monolayers
were treated with or without 1.0 mmol/L 4-PBA (control, 4-PBA group) for 48 h. The cell confluency in 6-well cell culture plates was imaged with microscopy at 0, 12, and 24 h. (A)
The representative figures were shown. (B) The relative wound closure of the IPEC-J2 monolayers in each group was shown. The transepithelial electrical resistance (TEER)
measurement and fluorescein isothiocyanate-dextran (FD-4) permeability experiments were conducted in 6-well transwell plates. The positive control (PC) group represents these
wells in 6-well trans-well plate without cell seeding. (C) TEER values of IPEC-J2 monolayers in each group were shown. (D) FD-4 fluorescence intensities of the culture medium in
the basal compartment were presented. Data were presented as means ± SD, n ¼ 3. Data sets marked with * or ** represent a significant difference (P < 0.05 or < 0.01).

Q. Jiang, J. Yin, J. Chen et al. Animal Nutrition 7 (2021) 1061e1069
rehabilitation (Fig. 5). As shown in Fig. 5A, the TEER values were
significantly decreased by the LPS challenge. When compared with
the control, numerically higher TEER values of IPEC-J2 monolayers
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were observed in the 4-PBA group at 0 h (after 48 h LPS exposure).
Besides, the 4-PBA accelerated the recovery of barrier integrity
(indicated by significantly higher TEER values at 24 h in the 4-PBA



Fig. 4. Effects of 4-phenylbutyric acid (4-PBA) on the intestinal porcine epithelial cell (IPEC)-J2 monolayer during deoxynivalenol (DON)-induced damage and self-rehabilitation.
The cell monolayers were treated with or without 1.0 mmol/L 4-PBA (control, 4-PBA group) during all the experimental periods. DON at 2.0 mg/mL was added in the medium
at �48 h and withdrawn at 0 h. The positive control (PC) group represents these wells in 6-well trans-well plate without cell seeding. The blank control group represents cell
monolayers without any treatment. The transepithelial electrical resistance (TEER) measurement and fluorescein isothiocyanate-dextran (FD-4) permeability experiments were
conducted in 6-well transwell plates. (A) TEER values of the IPEC-J2 monolayers in each group were shown. (B) FD-4 fluorescence intensities of the culture medium in the basal
compartment were presented. (C) The relative mRNA levels of ZO-1, occludin, and claudin-1 in each group were presented as the normalized ratio to the blank control. (D) The
relative protein levels of ZO-1, occludin, and claudin-1 to b-actin were shown. Data were presented as means ± SD, n ¼ 3. Data sets marked with *, or different letters represent a
significant difference (P < 0.05).
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group when compared with the control) during the rehabilitation
period. Likewise, FD-4 permeability was significantly decreased by
the 4-PBA treatment at both 24 and 48 h after LPS withdrawal
(Fig. 5B). As shown in Fig. 5C, at 0 h after LPS withdrawal, the
relative mRNA levels of ZO-1, occludin, and claudin-1 in the control
and 4-PBA group were numerically higher than the blank control;
at 24 h after LPS withdrawal, the mRNA levels of ZO-1 and occludin
in the 4-PBA groupwere numerically higher than the blank control;
at 48 h after DON withdrawal, the mRNA level of ZO-1 in the 4-PBA
treated cells were significantly lower than the control group. As
shown in Fig. 5D, the 4-PBA treatment numerically improved the
protein levels of ZO-1 and occludin and significantly improved the
claudin-1 level when compared with those in the control group.

4. Discussion

The intestinal barrier acts as the first line of defence against
bacteria and virus infections. Numerous studies in the livestock
field have demonstrated that growth performance is closely and
positively associated with intestinal barrier functions (Koo et al.,
2020; Shang et al., 2020; Shi et al., 2020; Xiang et al., 2020),
affirming intact intestinal barrier function as a crucial factor
determining animals' health and growth performance. Under the
severe challenges by in-feed antibiotic prohibition and African
swine fever prevalence in China, it is crucial to effectively and at
low cost, screen feed additives for protecting the porcine intestinal
barrier against various damage induced by adverse factors, such as
early weaning stress, mycotoxin-contaminated feed, and pathogens
infection. In the current study, we established 3 in vitro models to
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mimic real porcine intestinal barrier damage induced by early
weaning stress, mycotoxin-contaminated feed ingestion, and E. coli
infection, respectively. Further, 4-PBA was validated as a potential
feed additive to accelerate the rehabilitation of the barrier function
in these in vitro models. This study is the first one demonstrating
the stimulative effects of 4-PBA on the rehabilitation of porcine
intestinal barrier function using different in vitro models, which
may guide 4-PBA application in the pig industry.

Weaned piglets suffer from a “critical window period” of the
intestinal epithelial barrier, which is characterized by deprivation
of maternal immunity, unmatured development, and high perme-
ability. Various adverse factors during earlyweaning are revealed to
compromise the intestinal barrier and increase permeability
(Wijtten et al., 2011). Oxidative dyshomeostasis is involved in
weaning stress-induced intestinal barrier damage (Moeser et al.,
2017). Several previous studies used the oxidative stress model to
mimic the intestinal barrier damage in the weaned piglets (Cai
et al., 2016; Wang et al., 2014). The general antioxidant N-acetyl
cysteine (NAC) was revealed to alleviate intestinal barrier damage
in weaned piglets (Zhu et al., 2013). However, one recent study
revealed that vitamin E (a natural antioxidant) supplementation
tended to decrease intestinal morphological development and
inhibit the proliferation of intestinal epithelial cells (Chen et al.,
2019), which decreased the feasibility of using the oxidative
stress model to screen feed additives for protecting the intestine
during early weaning. Given that the early-weaned piglet has an
immature digestive system with a low adaptability to the physical
alteration of the diet, it can easily suffer from physical intestinal
barrier damage from a solid diet intake (Jayaraman and Nyachoti,



Fig. 5. Effects of 4-phenylbutyric acid (4-PBA) on the intestinal porcine epithelial cell (IPEC)-J2 monolayer during lipopolysaccharide (LPS) challenge and self-rehabilitation. The cell
monolayers were treated with or without 1.0 mmol/L 4-PBA (control, or 4-PBA group) during all the experimental periods. LPS at 5.0 mg/mL was added in the medium at �48 h and
withdrawn at 0 h. The positive control (PC) group represents these wells in 6-well trans-well plate without cell seeding. The blank control group represents cell monolayers without
any treatment. The transepithelial electrical resistance (TEER) measurement and fluorescein isothiocyanate-dextran (FD-4) permeability experiments were conducted in 6-well
transwell plates. (A) TEER values of the IPEC-J2 monolayers in each group were shown. (B) FD-4 fluorescence intensities of the culture medium in the basal compartment were
presented. (C) The relative mRNA levels of ZO-1, occludin, and claudin-1 in each group were presented as the normalized ratio to the blank control. (D) The relative protein levels of
ZO-1, occludin, and claudin-1 to b-actin were shown. Data were presented as means ± SD, n ¼ 3. Data sets marked with * or different letters represent a significant difference
(P < 0.05).
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2017). IPEC-J2, a porcine intestinal epithelial cell line originally
from the jejunum of unsuckled piglets, has been widely used for
establishing in vitro models to mimic intestinal damage in piglets.
The present study scratched the in vitro IPEC-J2 monolayer to
mimic the early weaning stress-induced damage and the “critical
window period” of the porcine intestinal epithelial barrier.

Mycotoxin contamination in the feed and feed ingredients is a
global issue that has caused huge economic losses in livestock
production (Cheli, 2020; Gruber-Dorninger et al., 2019). Concen-
trations of DON in the feed are closely associated with feed intake
and growth performance of swine (Pasternak et al., 2018; Reddy
et al., 2018). Evidence has indicated that DON easily disrupts the
intestinal epithelial barrier in pigs (De Walle et al., 2010; Pinton
et al., 2010), which can be reflected by an increase in paracellular
permeability and decreases in the tight junction proteins. One
previous study demonstrated that DON at 2.5 mmol/L (equals
0.85 mg/mL) increased LDH release and decreased the counts of
adherent IPEC-J2 cells in themonolayer (Awad et al., 2012). Another
one has shown that IPEC-J2 cells with 0.2 mg/mL DON exposure
exhibited lower cell viability and mRNA levels of tight junction
proteins, such as ZO-1, occludin, and claudin-1 (Liao et al., 2017).
Transwell plates have beenwidely used for establishing the in vitro
models of epithelial barriers to mimic the actual in vivo conditions
(He et al., 2019; Jiang et al., 2019). In the present study, we firstly
screened an optimal concentration of DON to induce intestinal
barrier damage of the IPEC-J2 monolayer in the transwell plates.
Results showed that 2.0 mg/mL DON significantly decreased the
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TEER values and increased permeability of the IPEC-J2 monolayer
when compared with those in the 1.0 mg/mL DON group. Accord-
ingly, we used 2.0 mg/mL DON to induce intestinal barrier damage
in the experimental design. LPS, the cell wall component from
Gram-negative bacteria, plays a key role in triggering intestinal
inflammation. LPS has been widely used to induce barrier damage
in different epithelial cell monolayers, such as IPEC-J2 (Yang et al.,
2015) and colonic cancer cell line (Caco-2) (Bian et al., 2020). One
previous study applied 10 mg/mL LPS for 24 h to induce barrier
damage in the IPEC-J2 cell monolayer (Yan and Ajuwon, 2017). In
our present study, we used the different concentrations of E. coli
O127:B8-derived LPS to induce inflammatory damage in the IPEC-J2
monolayer and observed a numerical decrease in TEER values by
LPS challenges (Fig. 1C). The IPEC-J2 monolayer challenged with
5.0 mg/mL LPS for 48 h exhibited significantly higher FD-4 perme-
ability when compared with those challenged with lower concen-
trations of LPS (Fig. 1D). Thus, we used the LPS at 5.0 mg/mL to
induce inflammatory damage of the IPEC-J2 monolayers.

4-PBA is an aromatic fatty acid that has been reported to benefit
endoplasmic reticulum homeostasis and protein synthesis in
different tissues, including intestines (You et al., 2019). For instance,
4-PBA was revealed to attenuate endoplasmic reticulum stress
(ERS)-mediated apoptosis of the intestinal epithelial cells in rats
and human hepatocytes (Liu et al., 2019; You et al., 2019). However,
there is no evidence showing its influence on pigs. The results in the
current study demonstrated that 4-PBA ranging from 0 to 10mmol/
L are not toxic to the viability of IPEC-J2 cells (Fig. 2A), indicating a
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high tolerance of the porcine intestine to 4-PBA supplementation.
Besides, IPEC-J2 monolayers supplemented with 1.0 mmol/L 4-PBA
showed the numerically highest TEER values (Fig. 2B) and lowest
FD-4 permeability (not statistically significant) compared with the
other groups (Fig. 2C), which prompted us to apply 1.0 mmol/L 4-
PBA in the following experiments.

It is noteworthy that 4-PBA at 1.0mmol/L exerted beneficial roles
in rehabilitating the IPEC-J2 monolayers from scratch, DON, and
LPS-induced damage, which was indicated by higher TEER values
and lower permeability at 24 h or 48 h after scratch damage (Fig. 3C,
D), DONwithdrawal (Fig. 4A, B), and LPSwithdrawal (Fig. 5A, B). The
following results may support and explain these beneficial roles of
4-PBA. Firstly, the 4-PBA treatment significantly promoted the cell
migration in the following 24 h after scratch damage, indicating a
stronger self-repairing capability of the IPEC-J2 monolayer
enhanced by the 4-PBA. A previous study reported that 4-PBA
promotes cell migration of MGC-803 and MGC-823 cell lines via
histone deacetylase inhibition (Shi et al., 2018). However, whether
the 4-PBA exerts similar effects on histone deacetylase inhibition in
the IPEC-J2 cells was unclear, which warrants continual study in our
further work. Secondly, the tight junction proteins ZO-1, occludin,
and claudin-1, which are highly expressed in the IPEC-J2 cells (He
et al., 2019), are important for the small intestine to maintain the
intestinal barrier function (Anderson and Van Itallie, 2009). In the
present study, the 4-PBA significantly enhanced the mRNA tran-
scription of ZO-1, occludin, and claudin-1 at 0 and 24 h after DON
withdrawal (Fig. 4C), which contributed to higher levels of tight
junction proteins (ZO-1 and occludin) at 48 h (Fig. 4D). Similarly, a
previous study revealed that 4-PBA significantly ameliorated tight
junction loss in an ischemia/reperfusion (I/R) injury model (Nan
et al., 2019). Huang et al. verified the protective effects of 4-PBA
on tight junction proteins in burn-induced intestinal barrier dam-
age and attributed this effect to the ERS-autophagy axis (Huang
et al., 2019). Finally, in the LPS-induced intestinal barrier damage
of the IPEC-J2 monolayer, claudin-1 protein level at 48 h in the 4-
PBA group was observed to be significantly higher than the con-
trol (Fig. 5D). Similarly, a previous study reported 4-PBA can inhibit
LPS-induced inflammation in A549 alveolar epithelial cells via
regulating ERS-autophagy pathways (Zeng et al., 2017). Neverthe-
less, whether the 4-PBA could exert anti-inflammatory or ERS-
autophagy regulating roles in the porcine intestine is still un-
known. The underlying mechanism of 4-PBA promotes the intesti-
nal barrier functions' rehabilitation from these adverse factors-
induced damage, which warrants further investigation. Although
the present study on the IPEC-J2 monolayer models exhibits
promising results, further in vivo studies are necessary to validate
the beneficial effects of 4-PBA on the porcine intestinal barrier, and
to explore the potential roles of 4-PBA in maintaining health and
promoting the growth performance of weaning piglets.

5. Conclusion

In conclusion, for the first time, the present study demonstrated
that 4-PBA accelerates the porcine intestinal epithelial barrier re-
covery from physical scratch, DON, and LPS induced damage via
enhancing cell mitigation and expressions of tight junction pro-
teins, which may guide the future application of 4-PBA in the pig
industry.
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