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ABSTRACT. Pseudorabies virus (PRV) infection leads to severe inflammatory responses and tissue
damage, and many natural herbs exhibit protective effects against viral infection by modulating
the inflammatory response. An ethyl acetate fraction of flavonoids from Polygonum hydropiper
L. (FEA) was prepared through ethanol extraction and ethyl acetate fractional extraction. An
inflammatory model was established in RAW264.7 cells with PRV infection to evaluate the anti-
inflammatory activity of FEA by measuring cell viability, nitric oxide (NO) production, reactive
oxygen species (ROS) release, and mRNA expression of inflammatory factors, inducible nitric
oxide synthase (iNOS), and cyclooxygenase-2 (COX-2). Its functional mechanism was investigated
by analyzing the phosphorylation and nuclear translocation of key proteins in the nuclear
factor-kappa B (NF-kB) and mitogen-activated protein kinase (MAPK) signaling pathways. Our
findings indicate that PRV induced inflammatory responses in RAW264.7 cells, and the responses
J. Vet. Med. Sci. were similar to that in lipopolysaccharide (LPS)-stimulated cells. FEA significantly suppressed NO
82(11): 17811792, 2020 synthesis and down-regulated both expression and secretion of COX-2, iNOS, and inflammatory

' cytokines (P<0.05 or P<0.01). FEA also reduced NF-kB p65 translocation into the nucleus and
doi: 10.1292/jvms.20-0263 decreased MAPK phosphorylation, indicating that the NF-kB/MAPK signaling pathway may be
closely related to the inflammatory response during viral infection. The findings suggested the
potential pharmaceutical application of FEA as a natural product that can treat viral infections due
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Pseudorabies virus (PRV), a member of the family Herpesviridae, infects ruminants, carnivores, rodents, and other mammalian
species [15]. The pig is the only natural host of PRV, and PRV infection causes abortion and stillbirth in pregnant sows, recessive
infection in adult pigs, and nearly 100% mortality in piglets [25]. With the rapid development of globalization, PRV infection has
become widespread worldwide, causing great economic losses to the pig industry [19]. Inflammatory responses accompanied by
cytokine release and peroxide production are often observed in PRV-infected animals and are considered as important defenses
against viral infection [27, 28, 30, 35]. However, the release of large amounts of inflammatory cytokines and uncontrollable
inflammatory responses are triggered in PRV-infected pigs, and these conditions have been speculated to impair and destroy the
integrity and function of immune cells. As immune defenses weaken, PRV invades the nervous system of infected animals and
causes neurological symptoms such as tremors, ataxia, limb spasm, and intermittent seizures [11, 24, 43]. Currently, no effective
drugs for the treatment of PRV infection are available, and preventive measures such as vaccination and breeding management
are taken to avoid PRV infection. Unfortunately, due to the high rate of virus mutation, none of the currently available vaccines
can provide full protection against PRV infection [4, 48]. Studies found that exogenous antioxidants, such as natural compounds
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that contain flavonoids, inhibited virus proliferation in vitro and alleviated PRV-induced tissue damage by regulating inflammatory
responses [30, 51].

Polygonum hydropiper L. (P. hydropiper L.) is a traditional Chinese medicinal herb that is widely distributed in the Guangxi and
Guizhou provinces of China and is frequently used for treating diarrhea, dyspepsia, itchy skin, rheumatism, and chronic ulcers [13].
Flavonoids are the main effective components in this herb, and ingredients such as rutin, quercetin, hyperoside, quercitrin, galloyl
quercitrin, quercitrin, kaempferol, anthraquinones, naphthoquinones, and sesquiterpenoids, have been identified in P. hydropiper L.
[31]. Modern pharmacological studies report antitumor [39], antiviral [14, 23], antioxidant [5], and anti-inflammatory effects [1, 10]
of the flavonoids from P. hydropiper L.. Crude extracts of P. hydropiper L. have been prepared through water, ethanol, or methanol
extraction, but there are limited studies on the purification of the effective ingredients from P. hydropiper L. [47]. A crude ethanol
extract of P. hydropiper L. had been previously purified in our lab via fractional extraction using petroleum ether, chloroform, ethyl
acetate, and normal butanol. Higher flavonoid contents were obtained in the ethyl acetate and normal butanol fractions compared
to the petroleum ether and chloroform fractions [18, 37]. Excellent antioxidant and antiviral activities were observed in the normal
butanol fraction of flavonoids from P. hydropiper L. (FNB) in previous studies [2, 20]. However, there are currently no reports on
the anti-inflammatory activities of the ethyl acetate fraction of the P. hydropiper L. ethanol extract.

We speculate that purified flavonoid extracts of P. hydropiper L. may be able to treat viral diseases associated with inflammation.
In this study, a model of inflammation was established in RAW264.7 cells infected with PRV. The modulatory effect of the ethyl
acetate fractions of the flavonoids from P. hydropiper L. on PRV-induced inflammation was evaluated by measuring inflammatory
indicators, and the functional mechanism was explored by analyzing the activation of the nuclear factor-kappa B (NF-xB) and
mitogen activated protein kinase (MAPK) signaling pathways.

MATERIALS AND METHODS

Materials

Lipopolysaccharide (LPS) and 2,7-dichlorodi-hydrofluorescein diacetate (DCFH-DA) were purchased from Sigma Aldrich, St.
Louis, MO, USA. High-glucose Dulbecco’s Modified Eagle’s Medium (DMEM)), fetal bovine serum (FBS), penicillin sodium, and
streptomycin were purchased from Gibco, New York, NY, USA. The CCK-8 assay kit and BCA protein assay kit were obtained
from Beyotime Institute, Nanjing, China. NO, ROS, and inducible nitric oxide synthase (iNOS) assay kits were obtained from
Nanjing Jiancheng, China. ELISA kits for mouse tumor necrosis factor-o. (TNF-a), interleukin-1p (IL-1p), interleukin-6 (IL-6),
interleukin-10 (IL-10), and cyclooxygenase-2 (COX-2) were purchased from Neobioscience, Shenzhen, China. The RNAiso
Plus Kit, PrimeScript® RT reagent Kit, and SYBR® Premix Ex TaqTM II Kit (Perfect Real Time) were purchased from Takara
Biotechnology, Dalian, China. Radioimmunoprecipitation assay (RIPA) lysis buffer and the Nuclear and Cytoplasmic Extraction
Kit were purchased from CWBIO, Beijing, China. Rabbit antibodies against iNOS, COX-2, IkBa, phosphor-IkBa (p-IkBa), NF-xB
p65, p-NF-kB p65, p38, p-p38, INK, p-INK, ERK, p-ERK, B-actin, and PCNA, and horseradish peroxidase (HRP)-conjugated goat
anti-rabbit IgG were purchased from Cell Signaling Technology, Beverly, MA, USA. ECL reagents were obtained from Merck
Millipore, Billerica, MA, USA. Other research grade reagents were supplied by Sinopharm Group Co., Ltd., Shanghai, China, and
were used as received.

PK-15 cells and RAW264.7 cells were obtained from the Type Culture Collection of the Chinese Academy of Sciences,
Shanghai, China. The pseudorabies virus (PRV, PRV-GXLB-2013 strain), which was isolated from pig tissues, was provided by the
Laboratory of Preventive Veterinary Medicine, Guangxi University.

Preparation of ethyl acetate fraction of flavonoids (FEA)

P. hydropiper L. was purchased from Tai Hua Pharmaceutical Co., Ltd., Nanning, China and was identified by Professor Renbin
Huang from Guangxi Medical University. The total flavonoids of P. iydropiper L. were prepared as previously described [27], and
the ethyl acetate fraction was extracted from the obtained total flavonoids. Briefly, 500 g of dried P. iydropiper L. was ground into
a powder, passed through an 80-mesh screen, and then digested with cellulase and pectinase (0.25% W/V) at 50°C for 1.5 hr. After
enzyme inactivation with a sodium carbonate solution, the digested sample was then macerated with ethanol at room temperature
for 24 hr. The mixture was filtered with gauze, and the residue was extracted with ethanol again. The filtrate was combined, and
the solvent was removed by reduced pressure distillation. A crude extract was obtained with a yield of 52.3%. The crude extract
was consecutively extracted using petroleum ether, chloroform, and ethyl acetate, afterwards, the petroleum ether and chloroform
fractions were discarded. After removing the solvent through reduced pressure distillation, the ethyl acetate fraction was further
purified by XDA-8 macroreticular resin using 75% ethanol as eluent. A yellow powder was obtained with a final yield of 12.1%
after removing the solvent, and this was denoted as the ethyl acetate fraction of the flavonoids (FEA) from P. hydropiper L.

Quality control of FEA

The total flavonoid content in FEA was determined by ultraviolet spectrophotometry (UV) using rutin as a reference.
Specifically, 1 mg FEA was dissolved in 10 ml of ethanol solution (50%, v/v) and transferred into a 50 ml volumetric flask. Next,
10 ml ethanol solution (50%, v/v) and 2 ml sodium nitrite solution (5%, m/v) were added consecutively into the flask. After 6
min incubation at room temperature, 2 ml aluminum nitrate solution (10%, m/v) was added to the mixture, and the solution was
incubated at room temperature for another 6 min. Then, 20 ml sodium hydroxide (NaOH) solution (10%, m/v) was added, and the
volume of the mixture was adjusted to 50 ml using 50% ethanol (v/v). After thorough mixing, the mixture was allowed to stand
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for 15 min. The absorbance was measured at 510 nm using an UVmini-1240 (Shimadzu, Kyoto, Japan). Standard curves were
generated using a series of rutin concentrations following the same method, and the total flavonoid content in FEA using rutin as a
reference was calculated based on the standard curves.

High performance liquid chromatography (HPLC) was used to determine the contents of rutin, quercitrin, and quercetin in FEA.
Analysis was performed on a Waters 2695 separation module (Waters, Milford, MA, USA) fitted with a Waters 2998 photodiode
array detector (PDA, wavelength range: 210~400 nm) and an auto sampler. Separation of rutin, quercitrin, and quercetin
was achieved by a Waters X Bridge™ C18 HPLC column (4.6 x 250 mm, 5 pm, Waters) using a mobile phase consisting of
acetonitrile-0.3% phosphoric acid (27:73, v/v) and an eluent time of 40 min. The sample injection volume was 10 pl, the column
temperature was maintained at 30°C, the flow rate was adjusted to 1.0 ml/min, and the detection wavelength was set to 359 nm.

Cell culture and virus analysis

PK-15 cells and RAW264.7 cells were both cultured in completed DMEM containing 10% FBS, 100 U/ml penicillin sodium,
and 100 pg/ml streptomycin in a humidified atmosphere at 37°C with 5% CO,.

After amplifying the virus in PK-15 cells, the infectious titer of PRV was determined using the 50% tissue culture infectious
dose (TCIDs,) method. RAW?264.7 cells were infected with PRV with a multiplicity of infection (MOI) of 1.1, which did not cause
massive death of RAW264.7 cells but resulted in significant inflammatory response.

Quantitative real-time PCR (q-PCR) analysis of PRV gene expression

After inoculation with PRV for 8 hr, g-PCR detection of PRV viral load in the cells was performed as follows: The
primers of PRV gE gene (GenBank: MN_443981.1) and mouse housekeeping gene glyceraldehyde phosphate dehydrogenase
(GAPDH) (GenBank: NG_007793.4) were designed according to known sequences listed in the GenBank database,
PRV gE-qF: 5'-GCTGTACGTGCTCGTGAT-3', PRV gE-qR: 5'-TCAGCTCCTTGATGACCGTGA-3'. GADPH-qF:
5'-CAATGTGTCCGTCGTGGATCT-3', GADPH-qR: 5'-TTGAAGTCGCAGGAGACAACC-3'. Total RNA was extracted from
the cultures in the 96-well plates after PRV-treatment using TRIzol reagent. Reverse transcription was performed to generate the
c¢DNA using the PrimeScript RT reagent kit. Subsequently, q-PCR was performed in a 96-well format using the SYBR super-mix
system on a CFX96™ Real-Time PCR Detection System (Bio-Rad, Hercules, CA, USA) under the following conditions: initial
denaturation at 95°C for 30 sec, followed by 36 amplification cycles of 95°C for 5 sec, 60°C for 35 sec, and a final extension at
72°C for 10 min. After the reaction, the fusion curve was analyzed to identify the specificity of PCR products, and the relative
values for the gene levels were calculated using the 2"42¢4 method.

Infection of RAW264.7 cells with PRV

Seven groups were set up for all the cell culture experiments, namely, the control group, LPS group, PRV group, rutin group
(positive control drug), FEA25 group, FEA50 group, and FEA100 group. RAW264.7 cells were seeded in 96-well (2 x 10* cells/well),
24-well (5 x 103 cells/well), and 6-well (5 x 10° cells/well) plates for analysis of cell viability, NO and ROS generation, secretion and
mRNA expression of key inflammatory cytokines, and production or phosphorylation of key proteins in the NF-kB signaling pathway.
After overnight culture, the supernatant was discarded, and the cells were administered PRV at a MOI of 1.1. Cells in the LPS groups
were stimulated with LPS at a concentration of 1.0 pg/ml, whereas DMEM was used in the control group. After 1.5 hr, the supernatant
was removed, and the cells were washed thrice with phosphate-buffered saline (PBS, 10 mM, pH7.2). Cells in the control, PRV, and
LPS groups were cultured with complete DMEM, while the cells in the rutin and FEA groups were treated with rutin (40 pg/ml) or
FEA (25, 50 or 100 pg/ml), respectively. The cells were further cultured for 8 hr before performing subsequent analyses.

Cell viability test

Primarily, the cytotoxicity of FEA on the cells was measured. RAW264.7 cells were seeded in 96-well plates at a concentration
of 2 x 10* cells/well and were cultured overnight. The cells were then treated with a series of concentrations of FEA for 8
hr. The supernatant was removed, and cell viability was determined using a CCK-8 assay kit following the manufacturer’s
instructions. Briefly, the supernatant was removed, and CCK-8 diluted in DMEM was subsequently added into the wells. After
1 hr of incubation, optical density was measured at 450 nm on a multifunctional microplate spectrophotometer (Tecan, Zurich,
Switzerland). Cell viability was calculated as a percentage of that of the control group.

In addition, cell viability after PRV and FEA treatment was also determined using the CCK-8 assay.

NO determination

After the treatments, the supernatants were collected from the 24-well plates and were then centrifuged for 15 min at 4,000 rpm.
NO concentration was determined using a NO assay kit (Microwell plate method) according to the manufacturer’s instructions.
Optical densities were measured at 540 nm.

ROS determination

ROS production was measured using an ROS assay kit. After the cells in the 24-well plates were treated as described above, 10
uM of the DCFH-DA probe was added and the cells were incubated at 37°C for 30 min. After washing thrice, 1 ml PBS was added
to each well, and 0.2 ml of the cell suspension was transferred to a 96-well black-walled plate. Fluorescence was measured at an
excitation wavelength of 488 nm and an emission wavelength of 520 nm.

J. Vet. Med. Sci. 82(12): 1781-1792, 2020 1783



The Journal of

Veterinary

Medical

Science C.-Z.REN ET AL.

Determination of inflammatory cytokines and activities of COX-2 and iNOS

Supernatants obtained from the 24-well plates were used to determine the levels of TNF-a, IL-1, IL-6, IL-10, and COX-2
using ELISA kits. The cell supernatant was prepared through supercentrifugation and sonication, and the iNOS activity in the
supernatants was quantified using an iNOS typed assay kit (colorimetric method) based on the manufacturer’s instructions.

qPCR analysis of gene expression

The total mRNA was extracted and reverse transcribed into cDNA, as described above. Quantitative real time PCR was
performed using the cDNA as a template to measure gene expression in a 20 pl reaction system under the following conditions:
initial denaturation at 95°C for 30 sec, followed by 35 amplification cycles of 95°C for 10 sec, 55°C for 10 sec, and 72°C for
15 sec, and a final extension step at 72°C for 10 min. B-actin was used as the internal reference gene. The relative values for
mRNA levels were calculated using the 2-22€4 method and are presented as the fold change relative to the internal reference
gene B-actin. The primer sequences used are as follows: TNF-a, forward primer, 5-GCAGGTCTACTTTGGAGTCA-3/,
reverse primer, 5'-ACATTCGAGGCTCCAGTGAA-3"; IL-1, forward primer, 5'-GAAATGCCACCTTTTGACAGTG-3,
reverse primer, 5-TGGATGCTCTCAGGACAG-3'; IL-6, forward primer, 5'-GAGGATACCACTCCCAACAGACC-3,
reverse primer, 5'-AAGTGCATCATCGTTGTTCATACA-3’; IL-10, forward primer, 5- CGGGAAGACAATAACTG-3/,
reverse primer, 5'- CATTTCCGATAAGGCTTGG-3'; monocyte chemotactic protein-1 (MCP-1), forward primer,
5'-CCACTCACCTGCTGCTACTCAT-3', reverse primer, 5'-"TGGTGATCCTCTTGTAGCTCTCC-3"; COX-2, forward primer,
5'-AATGAGTACCGCAAACGCTTCT-3, reverse primer, 5'-TTCTGCAGCCATTTCCTTCTC-3’; iNOS forward primer,
5'-TTTGCTTCCATGCTAATGCGAAAG-3reverse primer, 5'-GCTCTGTTGAGGTCTAAAGGCTCCG-3"; NF-«kB P65, forward
primer, 5'-GACCTGGAGCAAGCCATTAG-3', reverse primer, 5'-CACTGTCACCTGGAAGCAGA-3"; B-actin, forward primer,
S'-TTCCTTCTTGGGTATGGAAT-3', reverse primer, 5'-GAGCAATGATCTTGATCTTC-3".

Western blot determination of protein expression and phosphorylation

Cells cultured in the 6-well plates were collected, and the total proteins were extracted using RIPA lysis buffer supplemented
with a cocktail of protease inhibitors and phosphatase inhibitors. The cytoplasmic and nuclear protein fractions were obtained
using a commercial Nuclear and Cytoplasmic Extraction Kit following the manufacturer’s instructions. Protein concentration
was determined using a BCA protein assay kit. The proteins (50 pg in total content) were first separated on SDS-PAGE gels,
and the proteins in the gels were transferred onto PVDF membranes. The membranes were blocked with bovine serum albumin
(BSA, 5% w/v) at room temperature for 1 hr and were then incubated with the appropriate diluted primary rabbit antibodies
against iINOS, COX-2, IkBa, p-IkBa, NF-kB p65, p-NF-kB p65, p38, p-p38, INK, p-INK, ERK, p-ERK, B-actin, or PCNA at 4°C
overnight. After washing four times with Tris Buffered Saline Tween (TBST) buffer, the membranes were incubated with HRP-
conjugated goat anti-rabbit IgG at 37°C for 1.5 hr. The immunoreactive bands were visualized with ECL reagents on a Bio-Rad
chemiluminescence imaging system. Imagel software was used for quantitative analysis of the protein bands.

Statistical analysis

The data are presented as mean + standard deviation (SD). Statistical analysis was performed using one-way analysis of variance
(ANOVA) followed by the Bonferroni’s post-hoc test on SPSS 23.0. P<0.05 was considered statistically significant, and P<0.01
was considered as extremely significant.

RESULTS

Preparation and quality control of FEA

The yield of the crude extract obtained from ethanol extraction was 52.3%. FEA was obtained as a yellow powder substance
at a yield of 12.1% through petroleum ether, chloroform, and ethyl acetate extraction. The total flavonoid contents in the extract
was quantitatively determined to be 56.8% through the colorimetric method using rutin as the standard. The characteristic peaks of
rutin, quercitrin, and quercetin were clearly distinguished from the other constituents using HPLC, showing retention times of 7.92
min, 11.91 min, and 26.53 min, respectively. Based on the standard curves prepared by measuring a series of concentrations of the
rutin, quercitrin, and quercetin standards, the contents of these three constituents in FEA were calculated to be 281.97 mg/g, 160.98
mg/g, and 83.31 mg/g, respectively, accounting for a total of 52.63% of FEA (Fig. 1).

Analysis of infection in PK-15 and RAW264.7 cells

Figure 2A and 2B shows that PRV mRNA were highly expressed in both PRV-induced PK-15 cells and RAW264.7 cells, and
the above-mentioned changes were consistent with those in PRV positive control group, indicating that the virus had successfully
infected the PK-15 cells and RAW264.7 cells.

Cytotoxicity of FEA and its effect on PRV-induced cell viability

Safety issues are of the greatest concern during the very early stage of drug development. Figure 3A shows that no
significant difference was observed in RAW264.7 cells treated with FEA at concentrations lower than 200 ng/ml; however, high
concentrations of FEA (=400 pg/ml) caused a significant decrease in cell viability (P<0.05). Notably, FEA at concentrations of
50 and 100 pg/ml slightly stimulated the proliferation of RAW264.7 cells, which showed higher viability compared to the control
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Fig. 1. High performance liquid chromatography analysis of ethyl acetate fraction of flavonoids from Polygonum hydropiper L.
1: rutin 2: quercitrin 3: quercetin.
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Fig. 2. Analysis of Pseudorabies virus infection in PK-15 cells and RAW264.7 cells. A: Dissolution curves of Pseudorabies virus
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RAW264.7 cells.

Figure 3B shows the viability of RAW264.7 cells after PRV infection and FEA treatment. PRV infection significantly decreased
the viability of RAW264.7 cells (P<0.01), while both rutin and FEA treatments protected the RAW264.7 cells from a PRV-induced
decrease in cell viability. Among the tested concentrations, 25, 50 and 100 pg/ml FEA exhibited the strongest protective effects,
leading to significantly increased cell viability compared to those induced by PRV alone (P<0.05 or P<0.01). Therefore, FEA was
used at concentrations between 25 and 100 pg/ml in subsequent experiments.

Effect of FEA on NO and ROS generation

As Fig. 4A and 4B shows, NO and ROS levels were dramatically increased in RAW264.7 cells after PRV infection (P<0.01),
which showed a more potent stimulus effect than LPS; however, FEA at concentrations of 50 and 100 png/ml obviously reduced
NO generation after 8 hr of incubation (P<0.05 or P<0.01). At all tested concentrations, 40 pg/ml rutin and FEA exhibited strong,
dose-dependent inhibitory effects on ROS generation in PRV-infected cells (P<0.01).

Effect of FEA on inflammatory cytokine secretion and on COX-2 and iNOS activities

Secretion of inflammatory cytokines, including TNF-a, IL-1p, IL-6, and IL-10, was significantly increased after incubation with
PRV (P<0.05 or P<0.01), and this effect was similar to or stronger than that of LPS (Fig. 4C—F). Both rutin and FEA treatments
reduced the inflammatory cytokine contents in the culture supernatants of the PRV-induced RAW264.7 cells. Secreted levels
of TNF-q, IL-1P, IL-6, and IL-10 in all the treated groups were more evident than those in the PRV group (P<0.05 or P<0.01).
Among the tested concentrations, 25 pg/ml FEA exhibited the strongest regulatory effect on TNF-a, IL-1p, and IL-6, while higher
concentrations of FEA showed a stronger effect on IL-10. PRV infection caused extremely high COX-2 and iNOS activities in the
supernatant (P<0.01), and treatment of the cells with 40 pg/ml rutin and FEA at all tested concentrations significantly decreased
COX-2 and iNOS secretion from the PRV-induced cells (P<0.01) (Fig. 4G and 4H).

Effect of FEA on gene expression

Expression of inflammatory cytokine genes and genes associated with inflammation were analyzed through q-PCR (Fig. 5).
A marked up-regulation of the mRNA expression of genes encoding inflammatory cytokines including TNF-a, IL-1f, IL-6, IL-
10, and MCP-1 was observed in the PRV-induced RAW264.7 cells (P<0.05 or P<0.01), and these results were similar to those
observed after LPS stimulation. After FEA treatment at different concentrations, the expressions of these genes were significantly
inhibited; however, after treatment with rutin, there were only significant differences in the gene expressions of IL-1p and IL-6
when compared with PRV group (P<0.05 or P<0.01). In addition, a similar phenomenon was observed in the mRNA levels of
COX-2 and iNOS; that is, these levels were up-regulated in PRV-induced cells but were down-regulated in rutin- or FEA-treated
cells. Among the tested concentrations, 25 pg/ml FEA exhibited the strongest regulatory effect on the mRNA expressions of
IL-1B and IL-6 (P<0.01), 50 pg/ml FEA remarkably inhibited the mRNA expressions of TNF-a and MCP-1, and 100 pg/ml
FEA showed the best inhibitory effect on the mRNA expressions of IL-10, COX-2, and iNOS (P<0.01). Regarding NF-xB p65,
which is a key protein in the NF-kB signaling pathway, significantly higher mRNA levels were observed in the PRV-induced cells
than in the control cells (P<0.01). Expression of this gene was inhibited by rutin and FEA treatment, and 50 pg/ml FEA had the
strongest inhibitory effect on the PRV-induced expression of NF-kB P65 (P<0.01). These results were consistent with the levels of
inflammatory cytokines in the culture supernatants shown in Fig. 4.

Effect of FEA on COX-2 and iNOS protein levels

Protein levels of COX-2 and iNOS were further detected by western blot. Figure 6A and 6B shows that PRV induced obvious
increases in the production of COX-2 and iNOS in RAW264.7 cells (P<0.01), showing a stimulus effect similar to that of LPS.
Rutin or FEA treatment significantly decreased protein levels of COX-2 and iNOS in PRV-induced RAW264.7 cells, and 50 pg/ml
FEA exhibited the strongest modulatory effect (P<0.01).

Effect of FEA on the phosphorylation of key proteins in the NF-kB and MAPK signaling pathways

Compared with those in the control cells, remarkably higher levels of IkBa phosphorylation and degradation were observed in
the PRV-induced cells (P<0.05), while decreased phosphorylation and degradation of [kBa were observed in the virus-infected cells
after rutin and FEA treatments. Among the tested drugs, 40 pg/ml rutin and 25 pg/ml FEA exhibited the strongest regulatory effects
(P<0.05). In addition, phosphorylation of NF-kB p65 was significantly increased when RAW264.7 cells were infected with PRV
or were treated with LPS (P<0.01), and this phosphorylation was remarkably inhibited by rutin or FEA treatment (P<0.01) (Fig.
6C and 6D). Phosphorylation of p38, ERK1/2, and JNK1/2, which are key proteins in the MAPK signaling pathway, was strongly
increased in PRV-induced cells or in LPS-stimulated cells (P<0.05 or P<0.01) (Fig. 6E-H). However, the phosphorylation of these
proteins was decreased by rutin and FEA treatment, leading to significantly lower levels of phosphorylated p38 and phosphorylated
ERK compared to those observed after RPV incubation and LPS stimulation (P<0.05). The highest inhibitory effect on the
phosphorylation of these two proteins was observed in cells treated with 50 pg/ml FEA. Although a lower level of phosphorylated
JNK was observed in rutin or FEA-treated cells, the difference in the p-JINK/JNK ratio was not significant (P>0.05).
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comparison between PRV group and treatment groups (rutin group and FEA groups) (P<0.05, or P<0.01).
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another 8 hr. Relative mRNA levels of inflammatory biomarkers and nuclear factor-kappa B (NF-kB) p65 were detected by q-PCR. A: tumor
necrosis factor-a (TNF-a), B: interleukin-1f (IL-1p), C: interleukin-6 (IL-6), D: interleukin-10 (IL-10), E: monocyte chemotactic protein-1
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# or ## means comparison between control group and all the other groups (LPS group, PRV group, rutin group, and FEA groups) (P<0.05, or

P<0.01). * or ** only means comparison between PRV group and treatment groups (rutin group and FEA groups) (P<0.05, or P<0.01).

DISCUSSION

The inflammatory response is a self-protective mechanism that occurs during pathogen infection or tissue injury that improves
clearance of infected pathogens or injured cells [44]. However, uncontrolled inflammation leads to damage of normal cells and
injury of the immune and nervous systems, which are phenomena commonly observed during viral infection and, in turn, leads to
worsening of the disease [50]. PRV infection has caused severe central nervous system disorders in pigs or in mice by inducing
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inflammation-mediated damage in the central nervous and immune organs [11, 22, 24, 32]. Thus, it is speculated that PRV-induced
tissue damage and nervous disorders can be alleviated by modulating inflammatory response in the infected organism. Exogenous
antioxidants such as plant extracts that contain large amounts of flavonoids have been reported to effectively control inflammatory
response in PRV-induced immune cells and to reduce cell death and damage [27, 30]. RAW264.7 cells play important roles in

the study of inflammatory response or in specific immune responses by producing pro-inflammatory cytokines and inflammatory
mediators, thus, they have been widely used as cell models for the study of issues related to inflammation [8, 29, 40]. In this study,
RAW264.7 cells were incubated with PRV to evaluate the protective effect of FAE against PRV-induced inflammatory damage and
to elucidate the processes and mechanisms of viral infection.

P. hydropiper L. has been widely used to treat various diseases associated with inflammation such as intestinal inflammation
and mouse ear inflammation [6, 49]. Flavonoids are the main secondary metabolites in Polygonum species, and previously
identified flavonoids include rutin, hyperin, epicatechin, quercetin, quercitrin, kaempferol, isoquercitrin, and catechin. Among these
flavonoids, rutin, quercetin, quercitrin, and kaempferol are the most abundant in P. iydropiper L. [46]. In our previous study, FNB
extracted from P. hydropiper L. exhibited strong anti-oxidative and anti-inflammatory activities against LPS-induced oxidative
stress [41]; however, whether FEA can regulate the excessive inflammatory response caused by viral infection has not yet been
reported. In this study, FEA was extracted from P. hydropiper L., the total flavonoid contents in the extract was quantitatively
determined to be 56.8%, and the rutin, quercitrin, and quercetin contents in FEA were calculated to be 281.97 mg/g (28.20%),
160.98 mg/g (16.10%), and 83.31 mg/g (8.33%), respectively, accounting for a total of 52.63% of FEA, which is lower than the
total flavonoid content due to the presence of other impurities. Thus, in this study, 50~60% of the main effective constituents in
FEA may be necessary to perform the anti-inflammatory action by inhibiting the expression of inflammatory factors.

As safety is one of the most critical issues in the early stage of drug development, FEA cytotoxicity was first evaluated using
RAW264.7 cells. No significant difference was observed in cell viability after RAW264.7 cells were cultured with FEA at
concentrations <200 pg/ml, and it is worth noting that 50 and 100 ug/ml FEA slightly stimulated cell proliferation,providing a basis
for screening the drug dose. Based on the above-mentioned HPLC analysis, 50~60% of the main effective constituents in FEA may
be necessary to perform the anti-inflammatory action by inhibiting expression of inflammatory factors. The concentrations of active
ingredients were consistent with previous reports stating that 15~30 pg/ml quercetin or rutin have antiviral activity [7].

High expressions of PRV mRNA were observed in PRV-induced cells, suggesting successful virus infection. Because LPS is
an endotoxin often used to establish inflammatory models in vitro and in vivo to study inflammatory pathological changes and to
identify anti-inflammatory drugs, LPS was used as a positive control in this study [16, 26]. Similar outcomes were observed in
LPS-treated cells and in PRV-induced cells, such as decreased cell activity, increased NO and ROS levels, and enhanced release
and expression of inflammatory cytokines compared to the control cells, indicating the occurrence of an inflammatory response
in PRV-induced RAW264.7 cells. These results are consistent with our previous studies [40]. After PRV infection, FEA treatment
induced a decrease in cell activity, NO and ROS production, and in the release and expression of inflammatory factors, indicating
that FEA can modulate the PRV-induced inflammatory response. This is in accordance with a previous report stating that luteolin
inhibits the viral-induced inflammatory response in RAW264.7 cells [30]. In our laboratory, we also investigated the anti-
inflammatory activity of the FEA in porcine circovirus-infected porcine alveolar macrophages and found that FEA could attenuate
porcine circovirus type 2 (PCV2)-induced inflammation in 3D4/2 cells, thereby fully demonstrating the anti-inflammatory activity
of the FEA.

Activated macrophages are known to increase transcription levels of iNOS and COX-2 in response to a variety of inflammatory
stimulants such as pro-inflammatory medium, viral infection, and LPS, whereas the up-regulated transcription of these genes leads
to the overproduction of both NO and prostaglandin E2 (PGE2), thus leading to the exacerbation of inflammatory symptoms [21,
27]. Therefore, modulating the expression of iNOS and COX-2 is considered an effective therapeutic approach to decrease the
side effects of immune activities and to prevent severe inflammatory disorders [9]. In the present study, FEA significantly inhibited
PRV-induced iNOS and COX-2 expression, which was consistent with the increased cell viability and decreased inflammatory
cytokine levels in the supernatant (Fig. 6A and 6B). Similar results were observed when PRV-infected RAW264.7 cells were
treated with the Dunaliella salina (D. salina) carotenoid extract [28, 30].

NF-«B is critical in regulating inflammatory responses by activating transcription and expression of inflammatory mediators
and pro-inflammatory cytokines [17, 33, 34]. Normally, NF-kB p65 is retained in the cytoplasm by tightly binding to IkBa. When
the NF-«B signaling pathway is activated by stimulants such as LPS or viral infections, IkB is phosphorylated and undergoes
ubiquitin- mediated degradation, leading to the release and translocation of phosphorylated NF-kB p65 into the nucleus.
Phosphorylated NF-kB p65 in the nucleus eventually activates transcription and expression of genes associated with inflammation
such as iNOS and COX-2 [38, 42, 45]. In this study, phosphorylation and degradation of IkBa were significantly inhibited by
treatment with FEA, leading to the cytoplasmic retention of NF-kB p65 and decreased levels of NF-kB p65 in the nuclear fraction
of PRV-induced RAW264.7 cells. This decreased translocation of NF-kB p65 into the nucleus may account for the decrease in
transcription and production of inflammatory cytokines such as TNF-a, IL-1B, IL-6, IL-10, COX-2, and iNOS. These observations
are consistent with literature stating that berberine and algae modulate the inflammatory response induced by viruses by inhibiting
activation of the NF-kB signaling pathway [3, 29].

MAPKSs, including ERK1/2, INK1/2, and p38 MAPK, are important kinases in the MAPK signaling pathways that are also
critical in regulating inflammatory mediator production and cell survival in macrophages [12, 36]. Previous studies have shown
that MAPKSs activated by LPS or PRV are involved in the increased expression of iNOS, COX-2, and pro-inflammatory cytokines,
while such activation could be attenuated by B-carotene or algae [3, 27]. In this study, phosphorylation of ERK1/2 and p38 MAPK
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was significantly increased upon LPS stimulation or PRV infection, whereas phosphorylation of these important kinases was
inhibited by FEA treatment, suggesting that anti-inflammatory activities of FEA may be partially due to the inhibition of the MAPK
signaling pathways.

In conclusion, a cell model of inflammation was established through PRV infection, which showed outcomes similar to those
created through LPS stimulation, such as decreased cell viability, increased NO and ROS production, enhanced pro-inflammatory
cytokine release, and up-regulated gene expression. Thus, FEA treatment attenuated PRV-induced inflammation by inhibiting
activation of the NF-kB and MAPK pathways.
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