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Background: Immune-mediated inflammation and oxidative stress play pivotal roles in Henoch-Schonlein purpura (HSP), primarily
through the TLR4/MyD88/NF-kB pathway. Proanthocyanidins (PCs) exert anti-inflammatory and antioxidant effects by regulating
some signals like TLR4/MyD88/NF-kB. Previous research uncovered that PCs could alleviate purpura-like lesions and pathological
changes on rats likely through attenuating inflammation and OS damage. The mechanism of PCs on HSP deserves further
investigation.

Objective: To clarify the potential mechanism of PCs to HUVECs induced by the serum of HSP patients.

Methods: HUVECs were randomly divided into blank, control, model, and low-, medium-, and high-concentration PCs group. Then,
25% HSP serum was assigned to the latter four groups, while 25% serum from healthy subjects to control group and serum-free culture
medium to blank one. The last three groups separately received different concentrations of PCs. In addition, TAK-242, a TLR4
inhibitor, was applied to investigate the effect of TLR4-related signals in PCs against HSP serum-induced damage. Finally,
inflammatory and OS-related parameters were detected by using cytological/molecular-biological techniques.

Results: Treated with HSP serum later, the levels of immuno-inflammatory and oxidative indicators obviously went up (P < 0.05), and
those of antioxidants remarkably went down (P < 0.05). PCs, however, reversed above phenomena (P < 0.05). Moreover, TLR4,
MyD88 and NF-«B proteins/genes highly expressed in the model group; but significantly fell off in the presence of PCs (P < 0.05).
Amazingly, all of above indicators showed no significant difference among the groups of different PCs concentrations (P > 0.05).
These alterations likewise occurred after TAK-242 pretreatment with or without PCs, ie a notable drop of TLR4, MyD88 and NF-kB
appeared in TAK-242 presence, few differences existing when compared to the PCs groups.

Conclusion: PCs effectively protect HUVECs from inflammatory and OS damage provoked by HSP serum via blocking TLR4/
MyD88/NF-kB signals.
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Introduction

Henoch-Schonlein purpura (HSP) is a common, immune-mediated, systemic small vessel vasculitis, frequently occurring
in childhood with a high recurrence rate. In histopathology, it typically manifests as leukocytoclastic vasculitis and
deposition of capillary immunoglobulin (Ig)A immune complexes.'* HSP causes various symptoms in different organs,
especially preferring the skin, joints, gastrointestinal tract and kidneys, which tends to prejudice the pediatric well-
being.>* At present, many therapeutic vehicles are available for HSP, such as vitamin C, calcium, corticosteroids,
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immunosuppressant (eg mycophenolate mofetil or cyclosporine), and so on; but most of them stand still due to their
transient efficacy or undesirable reactions or recurrent troubles or high cost.”® So far, few treatments seem satisfactory
for this condition. Consequently, a safe, effective and affordable approach is urgently needed.

Although the pathogenesis of HSP have not been fully elucidated, it is currently considered that immune inflamma-
tion and oxidative stress (OS) get deeply involved in it, especially the activation of toll-like receptor 4 (TLR4)/myeloid
differentiation factor 88 (MyD88)/nuclear transcription factor-kappa B (NF-kB) signaling way.” ' TLR4 is a key
transmembrane protein mediating the inflammatory and OS reaction. It binds to the cytoplasmic adapter molecule
MyD88 to activate the NF-kB signal,'''* which triggers the release of pro-inflammatory factors and chemokines, and
the appearance of abnormal oxidative/antioxidant indicators, eg, increased reactive oxygen species (ROS), malondialde-
hyde (MDA) and nitric oxide (NO), as well as decreased catalase (CAT), glutathione (GSH) and superoxide dismutase
(SOD).'"*'® Above alterations initiate the inflammatory response and OS, further facilitating more inflammatory
cytokines release and amplifying the inflammatory response cascade, thereby creating a positive feedback loop that
ultimately causes the damage to endothelial cell and the enhancement of vascular permeability.'*'>'*° Thus, targeted
suppression of TLR4/MyD88/NF-kB pathway is vital in management of HSP through alleviating inflammation and OS.

Proanthocyanidins (PCs), one of the flavanol polyphenol compounds extracted from grape seeds, possess a variety of
pharmacological effects, eg, anti-inflammation, antioxidation, immunomodulation, etc.?' > It is confirmed that PCs
could inhibit the production of inflammatory mediators and regulate redox equilibrium.?*” They powerfully take effect
in the inflammatory or oxidative disorders through blocking TLR4/MyD88/NF-kB signaling pathway to mitigate the
expression of interleukin (IL)-4, tumor necrosis factor-alpha (TNF-a)), and other inflammatory factors as well as MDA
and ROS, and to elevate the activity of CAT, SOD and GSH.'""**° Given that the functions of PCs and the pathogenesis
of HSP, PCs would be a promising treatment for HSP.** However, reports about PCs treating HSP scarcely exist. In the
previous study, we initially revealed that PCs obviously relieved the clinical and pathological lesions of HSP-like rats,
decreased the levels of inflammatory factors, ROS and MDA, and increased those of CAT, SOD and GSH, possibly
involving the attenuation of inflammatory reaction and oxidative damage (as a separate paper to publish). So further to
illumine the specific mechanism of PCs against HSP, the present study was carried out in an in-vitro cell model.

Materials and Methods

Patients

Following the informed consent of subjects or their parents and the approval of Ethics Committee of Affiliated Hospital
of Southwest Medical University, serum samples were collected from 20 HSP patients aged 5-30 years, who were
admitted to Dermatology Department of Affiliated Hospital of Southwest Medical University from January to December
in 2020; meanwhile, serum from 20 age-and sex-matched healthy individuals were gathered at the same period. After
standing for 2h, serum was separated at 4000rpm/10min (4°C centrifuge), and aspirated in an ultra-clean bench,
dispensed in sterile freezing tubes and frozen at —80°C.

Cell Culture

HUVECs (Manassas, VA, USA) were cultured in a fresh complete medium, consisting of 89% Dulbecco’s modified
Eagle’s medium (Gibco, USA), 10% fetal bovine serum and 1% penicillin-streptomycin, at 37°C, 5% CO2 in
a humidified atmosphere. These cells were routinely subcultured to 2-3 passages for the next experiments.

Medicine and Reagents

PC powder (>95% purity) was obtained from Beijing Solabo Science and Technology Co., Ltd. (Beijing, China) and
dissolved in fresh complete medium before application. TAK-242 (TLR4 inhibitor) solution (10 mM*1 mL in DMSO) was
purchased from Shanghai Lanmu Chemical Co., Ltd. (Shanghai, China). Assay kits for NO, MDA, CAT, GSH, and SOD
came from Nanjing Jiancheng Technology Co., Ltd. (Nanjing, China), whereas those for IgA, IL-4, IL-8, IL-17, TNF-aq,
iNOS and ROS from Andy Gene Biotechnology Co., Ltd. (Beijing, China). Primary anti-bodies against TLR4, MyD88,
NF-kB and B-actin were all from Abcam, UK. In addition, IgG secondary antibody was got from beinglay, China.
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Determination of Suitable Safe Concentration of PCs

To investigate the safe concentration of PCs, the Cell Counting Kit-8 (CCK-8) assay (Solarbio, Beijing) was employed.
Namely, HUVECs were inoculated in 96-well plates at a density of 4 x 10° cells/well, and underwent a 24-hour
starvation culture; after removal of the original media, they were respectively treated with eight concentrations of PCs (2,
4, 8, 16, 32, 64, 128, and 256 pg/mL); twenty-four hours later, the CCK-8 kit was applied and performed. At last, the
50% inhibitory concentration (IC50) values of PCs on HUVECs were calculated by using GraphPad Prism 9, thereby the
suitable concentration being determined for the subsequent experiments.

Construction and ldentification of the Cell Models

HUVECs cells were inoculated in 6-well plates at a density of 1x10° /well and then starved for 24 hours. Afterwards,
they were supplemented with medium containing 25% HSP serum instead of the original medium for another 12-hour
culture to construct the in-vitro cell model. Finally, above cells and supernatants were harvested for the detection of IgA,
IL-4, IL-8, IL-17, TNF-a, ROS, MDA, TLR4, MyD88, NF-kB, CAT, SOD and GSH.

Intervention of PCs to the HSP Serum-Induced Cell Models

HUVECs, at the density of 1x10° cells/well, were seeded in 6-well plates and randomly divided into six groups: blank
group (serum-free culture medium), control group (25% healthy serum), model group (25% HSP serum), low-
concentration PCs group (25% HSP serum + 30ug/mL PCs), medium-concentration PCs group (25% HSP serum +
40pg/mL PCs) and high-concentration PCs group (25% HSP serum + 50ug/mL PCs). The original medium was aspirated
following a 24-hour starving culture. Subsequently, the latter three groups respectively received 2mL/well medium
containing 25% HSP serum and different concentrations of PCs (30 pg/mL, 40 pg/mL and 50 pg/mL), while the model
group was administrated with an equal-volume medium containing 25% HSP serum, the control group with one
containing 25% healthy serum, and the blank group only with equal-volume serum-free medium. After that, all above
cells continued to be incubate for 12 hours. Finally, the cells and supernatants were collected for further detection.

Application of TLR4 Inhibitor (TAK-242) to the HSP Serum-Induced Cells

To elucidate the specific mechanism of PCs on HSP, HSP serum-induced cells experienced the pretreatment of TLR4
inhibitor (TAK-242) in a separate experiment. HUVECs induced by HSP serum, in this additional experiment, were
divided into four groups: HSP group, HSP+PCs group, HSP+TAK-242 group and HSP+PCs+TAK-242 group. Briefly,
cells in the latter two groups were pretreated with 2mL medium containing 20uM TAK-242 plus 25% HSP serum for 4
hours in 6-well plates, while those in the former two with equal-volume medium containing DMSO and 25% HSP serum.
Then, 30ug/mL PCs was added to HSP+PCs and HSP+TAK-242+PCs groups. All above groups were further cultured for
12 hours. Lastly, the cells and supernatants were collected for indicators determination.

CCK-8 Assay for Proliferative Activity of Cells

The cellular proliferation was measured by the CCK-8 assay. The amount of water-soluble formazan, in proportion to the
number of living cells, was measured by Microplate Reader (Bio-Rad Laboratories, Inc. USA) monitoring the absorbance
at 450 nm. All the procedures were carried out following the manufacturer’s guidelines.

ELISA Assay for Indicators of Inflammation and OS

To determine the levels of inflammatory and oxidative biomarkers in the supernatant of different groups, including IgA,
IL-4, IL-8, IL-17, TNF-a, iNOS, ROS, NO, CAT, SOD, GSH and MDA, enzyme-linked immunosorbent assay (ELISA)
was introduced. All the steps of these assay kits were performed according to the manufacturer’s instructions. Optical
density (OD) values were read by Microplate Reader and calculated from standard curves.

Western Blotting Analysis for the Proteins of TLR4, MyD88 and NF-«xB

To measure the protein levels of TLR4, MyD88 and NF-«B, cell samples of each group were collected for Western
blotting (WB) analysis. Briefly, cell precipitation were treated with lysate (RIPA: PMSF=100:1 preparation) and protein
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loading buffers to extract total protein. After detection of total protein concentration by Pierce bicinchoninic acid (BCA)
assay, the SDS-PAGE Gel system was applied. Membranes, then, were blocked with 5% skimmed milk in tris-buffered
saline and tween (TBST) and incubated with primary antibodies, the primary antibodies against phosphorylated TLR4
(p-TLR4, 1:1000 v/v, rabbit anti-human, anti-p-TLR4 monoclonal antibody, R&D, USA), p-MyD88 (1:1000 v/v, rabbit
anti-human, anti-p-MyD88 monoclonal antibody, abcam, UK) and p-NF-kB (1:1000 v/v, rabbit anti-human, anti-p-NF-
kB monoclonal antibody, abcam, UK) at 4°C overnight followed by secondary antibody (horseradish peroxidase labeled
goat anti-rabbit IgG, 1:10,000 v/v, beinglay, China;). Eventually, signals were detected and analyzed by enhanced
chemiluminescence system (Bio-Rad Laboratories, Inc., CA, USA). As an internal control, besides, anti-f-actin mono-
clonal antibody (1:5000 v/v, mouse anti-human, beinglay, China) was used.

Quantitative Real-Time PCR Analysis for TLR4, MyD88 and NF-xB Genes

To determine the gene levels of TLR4, MyD&8 and NF-«xB, quantitative real-time PCR (qQRT-PCR) analysis was performed to
measure mRNA levels. Firstly, total RNA was extracted from cells in each group by TRIzol RNA extraction kit following the
instructions (Ambion, USA). qRT-PCR, then, was performed on iCycler iQ instrument (BioRad, USA). Lastly, the evaluation
of relative gene expression was carried out by using the AACT method. The gene primers were shown as following (Table 1).
The expression of target genes was determined relative to that of the internal control, S-actin.

Statistical Analysis
Software SPSS 26.0 was applied in statistical analysis. The data were expressed as mean + SD and evaluated by using analysis
of variance (ANOVA) or Student’s z-test. A value of P < 0.05 indicated statistically significant differences among groups.

Results

Effect of PCs on Normal HUVECs

The normal HUVECs displayed a spindle-shaped or polygonal morphology and an adherent-growth pattern. Once
aggregation and fusion into a piece, they presented as the paving stone-like appearance (Figure 1). The IC50 of PCs was
determined as 52.33 pg/mL (Figure 2), according to which the appropriate concentration of PCs was finally chosen at low
concentration (30 pg/mL), medium concentration (40 pg/mL) and high concentration (50 pg/mL) for further experiments.

Characteristics of HSP Serum-Induced Cell Models

After twelve hours of HSP serum induction, cells exhibited similar characteristics to normal ones, namely spindle-shaped
appearance and adherent-growth mode (Figure 3). However, the levels of immuno-inflammatory and oxidative indicators,
including IgA, IL-4, IL-8, IL-17, TNF-a, NO, iNOS, MDA and ROS, significantly went up in the model group compared with
those in the blank and control groups (P < 0.05), whereas the expression of CAT, SOD and GSH greatly went down (P <0.01).

Table | The Primers of Inflammatory/Oxidative Genes

Genes Sequence (5°- 3°) Length
p-actin F CATGTACGTTGCTATCCAGGC 186
R CTCCTTAATGTCACGCACGAT
TLR4 F GACTGGGTAAGGAATGAGCTAG 143
R ACCTTTCGGCTTTTATGGAAAC
MyD88 F TCTCTCCAGGTGCCCATCAGAAG 142
R GCAAGGCGAGTCCAGAACCAAG
NF-xB F CTGCCGCCTGTCCTTTCTCATC 149
R ATGTCCTCTTTCTGCACCTTGTCAC
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Figure | Morphology of normal HUVECs.
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Figure 2 Influence of different-concentration PCs on normal HUVECs viability.
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Figure 3 Morphology of HUVEC: in the presence of HSP serum.

PCs Attenuated the Inflammatory Reaction of HSP Serum-Induced Cells

HSP serum remarkably enhanced the levels of IgA, IL-4, IL-8, IL-17 and TNF-a of HUVECs (P < 0.05) (Figure 4).
These inflammatory indicators induced by HSP serum, however, exhibited an opposite trend in the presence of PCs (P <
0.05); that was, PCs prominently cut down the expression of IgA, IL-4, IL-8, IL-17 and TNF-a in the different-
concentration PCs groups (P < 0.01) (Figure 4); nevertheless, little significant difference was found among the different-
concentration PCs groups (P > 0.05).
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Figure 4 Levels of inflammatory factors in different groups. (a-e) IgA, IL-4, IL-8, IL-17, TNF-a expression levels of different groups.
Notes: Compared with the control group, *P < 0.05, **P < 0.01; Compared with the model group, P < 0.01.

PCs Mitigated OS Damage of HSP Serum-Induced Cells

After HSP serum induction, the levels of SOD, CAT and GSH obviously dropped, but those of NO, iNOS, MDA and
ROS apparently ascended (P < 0.05) (Table 2). However, PCs in varying degrees enhanced the expression of SOD, CAT
and GSH, and lowered that of MDA and ROS, which was statistically significant in comparison with those in the model
group (P < 0.01); yet, statistical differences rarely existed in groups with different-concentration PCs.

PCs Modulated the Expression of Inflammatory Proteins and Genes in HSP

Serum-Induced Cells

Following the induction of HSP serum, the phosphorylated protein and mRNA levels of TLR4, MyD88 and NF-«B in
HUVECs was greatly upwards. Nevertheless, this condition went towards the opposite direction in the presence of PCs
(P <0.01); Compared with the model group, the application of different concentrations of PCs significantly reduced the
expression levels of phosphorylated proteins TLR4, MyD88, and NF-«B (Figure 5) (P < 0.01). The gene levels of TLR4,
MyD88, and NF-kB were similarly downregulated by PCs (Figure 6) (P < 0.01). However, little statistical significance,
regardless of above proteins or genes, appeared among different-concentration PCs groups (P > 0.05).

PCs Suppressed TLR4 Signaling Pathway

To elucidate the mechanisms of PCs against HSP serum-induced cells, the TLR4 signaling pathway was investigated through
targeting inhibition of TLR4. PCs treatment later, cells exhibited an evident reduction in inflammatory parameters (like IgA,
IL-4, IL-8, IL-17, TNF-a, p-TLR4, p-MyD88 and p-NF-kB), and OS-related indicators (containing NO, iNOS, MDA and
ROS), along with an obvious enhancement in CAT, SOD, and GSH. After pretreatment with TLR4 inhibitor (TAK-242),
regardless of with or without PCs, similar alterations still appeared; notably, levels of IgA, 1L-4, IL-8, IL-17, and TNF-a

Table 2 Levels of Oxidative/Anti-Oxidative Indicators in Different Groups (Mean * SD)

Group NO iNOS ROS MDA GSH ( CAT soD
(umol/L) (nmol/L) (ng/mL) (nmol/mL) pmol/L) (U/mgHb) (U/mL)

Blank group 14.9920.1 | 2.62%0.14 1.51£0.15 2.69+037 | 4820293 3.15£0.69 11.02£0.21
Control group 15252028 | 2.63+0.30 1.50+0.17 2.58+0.32 48.01£1.97 | 3.13£0.09 10.89+0.74
Model group 21.19£0.14% | 357£0.12% | 2.19£020% | 3.76x0.19% | 30.41£1.22% | 221%0.13* | 6.56+0.20*
Low PCs group 17.4020.37 | 2.67£0.16™ | 1.61+0.07%* | 2.58+0.32"* | 43.36x0.87** | 3.18£0.09" | 11.20£0.49"
Medium PCs group | 17.4120.22%% | 2.83+0.38% | 1.63+0.28% | 2.37+0.37% | 42.54+0.81% | 3.1240.07% | 12.18+0.42"*
High PCs group 17.2320.1 1" | 2.78+0.14" | 1.61+0.05% | 2.58+0.32"* | 40.68+0.39%* | 3.03%0.11"* | 11.90%0.17%

Notes: Compared with the control group, *P<0.05; Compared with the model group, #P<0.05, *P< 0.01.
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Figure 5 WB analysis of p-TLR4, p-MyD88 and p-NF-kB expression in different groups. (a) Expression of p-TLR4, p-MyD88 and p-NF-kB in each group; (b) Quantitative
analysis of TLR4, MyD88 and NF-«B in each group. A: blank group, B: control group, C: model group, D: low-concentration PCs group, E: medium-concentration PCs group,
F: high-concentration PCs group.

Notes: Compared with the control group, *P < 0.05. Compared with the model group, *P < 0.01.
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N
1

TLR4 MyD88

Figure 6 Relative mRNA levels of TLR4, MyD88 and NF-xB genes in different groups.
Notes: Compared with the model group, **P < 0.01.

decreased (Figure 7) (P<0.01). Additionally, there was a decline in NO, iNOS, MDA, and ROS levels (Table 3) accompanied
by a decrease in p-TLR4, p-MyD88 and p-NF-kB, and the mRNA expression levels of these three genes mirrored this trend
(Figure 8). In contrast, CAT, SOD, and GSH levels displayed varying degrees of increase (Table 3) (P <0.05). Little statistical
difference was found between the PCs group and TAK-242 inhibitor group (P > 0.05).

Discussion
The current study revealed the mechanism underlying the role of PCs against the HSP serum-induced HUVECs, which
probably involved the arrest of inflammatory response and OS damage through blocking TLR4/MyD88/NF-«B signaling
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Figure 7 Levels of inflammatory factors after intervention with TLR4 inhibitor and PCs. (a-e) IgA, IL-4, IL-8, IL-17, TNF-o. expression levels of each groups.
Notes: Compared with the HSP group, **P < 0.01.

pathway. Firstly, the HSP serum-induced cell model was successfully constructed in vitro by using serum from HSP
patients, along with increased inflammatory/oxidative parameters and decreased antioxidant index. Then in the presence
of PCs, these inflammatory/oxidative mediators reduced, whereas antioxidant enzymes enhanced. Finally, after interven-
tion with TLR4 inhibitor TAK-242, regardless of PCs treatment or not, HSP serum-induced cells showed similar changes
as above, with low expression of TLR4, MyD88 and NF-kB proteins as well inflammatory/oxidative parameters, and
high expression of antioxidants. These results suggest that PCs have an excellent ability to alleviate inflammation and OS
damage to experimental HSP via inhibition of TLR4/MyD88/NF-kB pathway.

Natural plant extracts have widely been used in numerous clinical studies owing to their low toxicity, safety and
affordability.’'** PCs, a class of natural plant compounds, serve as an important player in the mitigation of inflammatory
2335 itk

available, affordable, safe and effective advantages, which apply to both the elderly and young children, even pregnant

response and OS damage.**** They extensively exist in multiple vegetables, leaves, seeds, flowers and fruits

women.*®*” Despite the good safety and low toxicity of PCs having being confirmed,**~*****” it requires to guarantee their
safe concentration when studying PCs pharmacological effects. In this safety scope, PCs would rarely impair normal cells.
For determination of safe range, we firstly applied different-concentration PCs in the normal HUVECs. Our outcomes
revealed that IC50 of PCs was set at 52.33 pg/mL, which concurred with the previously reported findings;**~*? basing on the
IC50 value, the concentrations of 30ug/mL, 40pug/mL and 50pg/mL were perfect and selected for next experiments.

The cellular sources for the construction of HSP-like cell models in vitro mainly involve primary HUVECs and
HUVEC strains. The HUVEC:s strains possess the same biological characteristics as the primary ones. Unlike the tough
harvest of primary HUVECSs from neonatal umbilical cords, HUVECs strains have the superiorities of easy acquirement,
excellent survival and high vitality,***' Hence, HUVECs strains were chosen as ideal cells in the present study to ensure
the success of subsequent experiments. Additionally, we employed HSP serum to establish an in vitro HSP-like model;
this modeling approach has been frequently used in the investigation of HSP pathogenesis and pharmaceutical effects.**

Once HUVECs stimulated with HSP serum, IgA in the serum could induce large amounts of inflammation and OS-
related factors that further promote inflammatory response and OS generation, thereby in large part simulating the

Table 3 Levels of OS-Related Indexes After Intervention with TLR4 Inhibitor and PCs (Mean + SD)

Group NO iNOS ROS GSH MDA CAT SOD
(nmol/L) (umol/L) (ng/mL) (pmol/L) (nmol/mL) | (U/mgHb) (U/mL)

HSP Group 22.11£0.20 3.92+0.16 2.32+0.11 23.91£0.90 3.23+0.32 2.14+0.20 9.32+0.23
HSP+TAK-242 Group 18.68+£0.28* | 2.27+0.23* | 1.57£0.22*% | 38.96+0.86* 1.94+0.32* 3.03£0.14% | 12.92+0.59*
HSP+PCs Group 18.33+£0.14*% | 2.33%0.12% | 1.53£0.09% | 40.16+0.44* | 2.04+0.19* 3.030.11* | 12.79+0.32*

HSP+TAK-242+PCs Group | 18.61+0.17* | 2.32+0.31* | 1.5240.21* | 40.82+1.85% | 2.04+0.19* 2.9440.14% | 13.35+0.82*

Notes: Compared with the HSP group, *P<0.05.
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Figure 8 Effect of TLR4 inhibitor on the expression of TLR4 signaling components in HSP serum-induced cells treated with PCs. (a) The protein band and relatively
quantitative expression of p-TLR4, p-MyD88 and p-NF-«B with or without TAK-242 or/and PCs; (b) Relative mRNA expression of TLR4, MyD88 and NF-«xB with or without
TAK-242 or/and PCs.

Notes: Compared with the HSP group, #P < 0.05, *P < 0.01.

pathogenesis of HSP.**** Therefore, considering the evidence presented above, we established an in-vitro cell model
mimicking HSP conditions using 25% HSP serum to stimulate HUVECs. Interestingly, we observed minimal alterations
in cell morphology and quantity after a twelve-hour modeling period. This leads us to speculate that this modeling
approach primarily impacts the cellular microenvironment rather than significantly affecting cellular morphology and
quantity. To verify this conjecture, we then determined the expression of inflammatory /oxidative indicators; as a result, it
showed that the levels of IgA, IL-4, IL-8, IL-17, TNF-a, ROS and MDA significantly increased, while those of CAT,
SOD and GSH remarkably decreased after HSP serum stimulation. Above outcomes was in line with the reports from Bo
and Cuiet al who observed that cells scarcely changed in morphology and quantity but an enhancement of inflammatory/
oxidative parameters and a drop of antioxidants after HSP serum induction.***> Our findings indicated the successful
establishment of HSP-like cell model in the present study and the pathogenesis of HSP involving inflammation and OS,
offering a foundation for further experiments.

A serial of studies has shown that PCs actively exert in many diseases through inhibiting inflammatory factors
production and arresting OS damage.*®** More importantly, our previous experiment tentatively uncovered that PCs
could effectively alleviate cutaneous and renal injuries in HSP-like rats probably via suppression of inflammatory
responses and OS insults,”® but the exact mechanism of PCs against HSP still kept unclear. Thus, to clarify the
therapeutic mechanism of PCs, we applied different-concentration PCs to interfere with the HSP-like cell model basing
on the determination of drug safe concentrations and the establishment of cell model. Our outcomes exhibited that PCs
greatly lowered the expressions of IgA, IL-4, IL-8, IL-17, TNF-a, NO, MDA and ROS, while markedly enhanced those
of SOD, CAT and GSH, which was similar to the results from Wang and Chen, et al;*"**>!"5 they discovered that PCs
powerfully facilitated the decrease of inflammatory factors and oxidative substance, and the increase of antioxidants.
Based on our experimental results, there does not appear to be a significant difference between the PCs groups at
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different concentrations when compared to the model group. This suggests that the intervention of PCs in HUVECs
treated with serum from HSP patients does not exhibit an evident dose-dependent relationship. However, these results
also revealed that PCs effectively inhibited the inflammatory response and OS damage in the in vitro HSP cell model.
These findings align with our previous animal experiments, affirming the beneficial effects of PCs in experimental HSP.
Nevertheless, how actually did PCs work?

Several documents have reported that the inflammatory response and OS are crucial contributors to HSP

9-34756 in which the abnormal activation of TLR4 signal get closely involved.®'*>” When microorganisms

pathogenesis,
(bacteria, viruses, etc.) invade and despoil the body’s barriers, TLR4, as one of key pattern recognition receptors,
specifically recognizes infection/damage-associated molecules to initiate innate immunity. Then TLR4, by binding to
MyDS88, excites downstream NF-kB signaling pathway to encourage inflammatory factors release and ROS production,
further irritating inflammatory responses and OS occurrence.’>*® Above molecular events in turn exacerbate vascular
endothelial cells injury and vascular permeability, eventually lead to the onset of HSP.*>*’° These confirm the
importance of TLR4/MyD88 /NF-kB in HSP pathogenesis. So to elucidate the specific mechanism of PCs on HSP, the
key components of this pathway, comprising TLR4, MyD88 and NF-«xB, were investigated after PCs treatment with or
without TLR4 inhibitor.

Results from our experiment showed that the protein and gene expressions of TLR4, MyD88 and NF-kB obviously
elevated following HSP serum induction, which were consistent with the previous reports”*'® and reconfirmed TLR4/
MyD88/NF-«kB pathway quite critical to HSP. Instead, the phosphorylated protein and mRNA levels of TLR4, MyD88
and NF-kB greatly dropped after intervention with different-concentration PCs; this outcome coincided with what was
reported by Manna K and Wang, et al,**®® who demonstrated that PCs could reduce the expression of TLR4, MyD88
and NF-xB to inhibit inflammatory mediators release and deplete oxides, thereby curbing inflammation and OS. The
current study, therefore, uncovered that PCs against experimental HSP was possibly through inhibiting the TLR4/
MyD88/NF-kB pathway, TLR4 in particular. Further to identify the role of TLR4 in PCs treatment, TLR4 inhibitor
was utilized to antagonize this signaling pathway. The results indicated that in the presence of the TLR4 inhibitor, the
expressions of IgA, TLR4, MyD88, NF-kB, and inflammatory factors, as well as OS-related mediators, exhibited
a noticeable decrease. Simultaneously, the levels of antioxidant substances increased, irrespective of PCs intervention.
However, these alterations did not exhibit substantial differences when compared with those observed in the presence of
PCs alone. The findings above imply that suppression of TLR4 pathway is indeed responsible for PCs treating HSP.
Accordingly, it verifies that PCs reduced MyD88/NF-kB expression largely via inhibition of TLR4/MyD88/NF-«B,
thereby mitigating inflammatory response and OS damage, preventing IgA deposition and vascular endothelial cells

injury, and eventually controlling HSP.

Conclusion

In summary, our results reveal that PCs effectively serve in relieving the inflammatory response and OS damage to the
HSP serum-induced HUVECs, the underlying mechanism of PCs against experimental HSP mostly involving the
suppression of TLR4/MyD88/NF-kB signaling pathway. Therefore, blocking TLR4/MyD88/NF-kB signals would
favor enhancing the effect of PCs against HSP, indicating a great potential value of PCs in management of HSP. Cell
models, however, fail to afford the real condition of human HSP fully. Moreover, they are unable to reveal the effect of
PCs on inflammatory cells through the current model. Hence, the establishment of three-dimensional model in vitro as
well the co-culture of inflammatory cells and vascular endothelial cells in further studies should be needed to validate the

role of PCs in controlling human HSP.
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