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Abstract: Objective To study the therapeutic effects and mechanism of Tibetan medicine Ershiwuwei Guijiu pills (EGP) on
cervicitis model rats induced by phenol mucilage. Methods Totally 48 female SD rats were randomly divided into control group,
model group, EGP low, medium and high dose group (0.2, 0.4, 0.8 g-kg™") and Kanggongyan Tablets group (0.47 g-kg™'), with eight
rats in each group. Except for control group, the rats in the other five groups were successfully established with 25% phenol
mucilage cervicitis, and then the rats in each drug group were given the corresponding drugs by gavage once a day for 12
consecutive days. The vulvar inflammation degree score, uterine index, and uterine anatomical morphological changes were

observed. Hematoxylin-eosin (HE) staining was used to observe the histopathological changes of the uterus in rats. The contents of
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superoxide dismutase (SOD) and malondialdehyde (MDA) in uterine tissues were detected by enzyme-linked immunosorbent
(ELISA). The expression of mRNA and protein in uterine tissues by nuclear factor erythroid 2-related factor (Nrf2), heme
oxygenase-1 (HO-1), and NADPH oxidase 4 (Nox4) were detected by real-time fluorescent quantitative PCR (qRT-PCR) and
Western blotting. Results Compared with control group, the vulvar inflammation score, uterine index, the content of MDA , the
expression of Nox4 mRNA and protein in uterine tissue of the model group were significantly increased (P < 0.01), the activity of
SOD and the expression of Nrf2, HO-1 mRNA and protein were significantly decreased (P < 0.01), and different degrees of
pathological changes were observed in uterine tissue; Compared with model group, each dose of EGP group could significantly
decrease the vulva inflammation score, uterine index, the content of MDA , the expression of Nox4 mRNA and protein in uterine
tissue (P < 0.05 and 0.01), and increase the activity of SOD and the expression of Nrf2, HO-1 mRNA and protein in uterine tissue
(P <0.05 and 0.01). Conclusion EGP may inhibit the development of cervicitis by inhibiting the expression of Nox4, activating the

Nrf2/HO-1 pathway, exerting antioxidant effects, and reducing the inflammatory response, thereby inhibiting the development of

cervicitis.
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Table 1 Scoring standard of vulvar inflammatory reaction
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Table 2 Primer sequences for qRT-PCR
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Nrf2 TCTGACTCCGGCATTTCACT TGTTGGCTGTGCTTTAGGTC
HO-1 GCATGTCCCAGGATTTGTCC GGTTCTGCTTGTTTCGCTCT
Nox4 CCTCAGTCAAACAGATGGGATA GTCTTGGAAATAGAACTGGGTC
P-actin CGTAAAGACCTCTATGCCAACA TAGGAGCCAGGGCAGTAATC

2.8 Western blotting 3% 4 | F 5 28 21 & Nrf2,
HO-1.Nox4 EHFTILKF

%20 K R T 5 4 4U& &, in A\ RIPA 4 41
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() & (A FE A 3E 47 SDS-PAGE # Ji H1 ¥k » % PVDF
JEE , FH 8% i g Wk = i 35 P 1 h, TBST e 5 ,
AR R 4% Nrf2 (121 000) HO-1(1:1 000) .
Nox4(1:1 000) .p-actin(1:40 000) ,4 °CHg & T 1% ,
F TBST ¥k % 3 ¥, £ UK 5 min, fifi J5 A 1gG-HRP
ZHi(1:8000),37 °CHE A 1 h, TBST $E¥k 3 4K, T:iX
5 min, ECL & 5 3 K % K14 , b J5 K H Image J 8 A
AT IKRFEME AT, THE B R A SR AR R K
29 GESR

K SPSS 25.0 Al GraphPad Prism 8.0 8¢ {FH#E4 T4k
B, B0 DL ks SR, 22 21 (] LU IR B BR 36 22 40
H1(One-way ANOVA), ZH ] LEHER H LSD-1£ 4%
3 45
31 KR—MERNE
3.0 XEHRKR RS s g N,
o HE 2K BR & s B, HOK BB T8 A W IE & 5 5%

FRZH LU, 25 3 A ALK BB AR ORkaR , ¥ B IR B b
LM, B, HIFE O A RE S wmim s, K
B A T R K I 1 B2 1 (P<<0.01) s SRR L
B, b AR R AL 4 2 7 AR R R R
BEAFRE A SE, -+ R A RE &
LR T R A O L I K A (P<0.0D) .
W2 3.
3.1.2 XEIURKRANY RAEFE BRI A2
T 5 £ 2HL1R) K BN 91 98 0 PE o 2 AR TG 22 5 5 0T IR
Y LA, A5 B 2H KRR AR B 98 E VF 4 B T (P<
0.01); A LU, fE25 25 55 12 KB, = FH Pk
T RAR S H 2 LA 98RE VF 4 ¥ 6 v B
R(P<0.01). WF%4.
32 ZHARREAMN KR FERHBNZN
% B b, BB K R E R SR T
I (P<<0.01); SRR PG, —+ TR Y F AL %77
RATEREIIAEAREEN TREEHA, B -+H
R U8 F AL A E AR BN R (P<<0.05) .
WS,
33 ZTHERREAAN KR FEHARSHF N
PR 22 55 41K R 7 5 U8, S R4 KR
T B P E A, A WL R O, IS I
B K B 5 TSR 2R R R B2 (0 B K, 3 s

®3 BAXRERENLLE (r+s,n=8)
Table 3 Comparison of rat body weight in each group (x+s, n=8)

Y5 &/ /g
(gkg™ BT 2R YT BY R
Xt HEE — 178.3+8.2 202.7+10.1 235.6+11.1
A — 175.8+4.6 187.2+10.2 199.5+10.2"
Z R A 0.2 174.8+3.5 187.4+8.6 229.8+2.9"
0.4 174.145.7 187.248.2 233.8+3.3"
0.8 173.7+6.1 191.8+8.4 234.8+6.9"
BUE R 0.47 174.0+6.1 187.6+11.1 232.1+5.8"

EX AL TP<0.01; SR A H 7 P<<0.01

P <0.01 vs control group; P < 0.01 vs model group
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Table 4 Effect of EGP on vulvar inflammation in rats with cervicitis (r+s, n=8)

. _ ) A 9 E S RV
2H 5] g/ (gkg™ e P P
i HE — 0 0 0

7Y — 6.19+0.75" 6.38+1.19™ 6.69+1.31"
AR E AR 0.2 6.13+0.64 5.75+0.89 4.56+0.73"
0.4 6.19+0.96 5.25+1.04 4.06+0.86"
0.8 6.00+0.76 5.00£0.53 3.38+0.74"
B R A 0.47 6.13+0.99 5.38+0.92 4.44+0.82"

xR LT P<<0.01 s SRR L ¥ P<<0.01
P <0.01 vs control group; P < 0.01 vs model group
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Fig.1 Effect of EGP on uterine tissue morphology in rats with cervicitis
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Fig.2 Effect of EGP on histopathological changes of uterine tissue in rats with cervicitis (HE, x200)
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Table 6 Effect of EGP on content of SOD and MDA in

rats uterine tissue (r+s, n=8)

1) &/ SOD/ MDA/
(g'kg™ (U-mg™" (nmol-mg™)

X HEE — 24.74+0.90 0.67+0.04
7Y — 11.15+0.65™ 2.45+0.26™
ARk 0.2 13.00+1.08" 1.95+0.04"
PSRN 0.4 16.91+1.02 1.18+0.08"
0.8 19.55%1.69" 0.94+0.33"

E R 047  15.34+0.64" 1.59+0.13"

E X IR AL LR . P<<0.01 ; S AR B AL LA - FP<<0.05

“P <0.01 vs control group;*P < 0.05 vs model group
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Fig.3 Effect of EGP on Nrf2, HO-1, Nox4 mRNA in uterine tissue of rats with cervicitis expression (x+s, n=8)
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