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E . B FOT BRI DR HE -SRI £ 2004E 0, Ak Bkl C57BL/6) R, AL A 34,
FUA0 R, SHBBRYHEIES, BAEML T A HEK (4.0ml/kgx9d), NM4a(4.5 mg/kgx5d) &AL HK
(4.0 ml/kgx5d); SIALT B (200.0 mg/kg x 9 d), B (200.0 mg/kg X 5 d) BIMAA (4.5 mg/kg X 5 d) ; 5F
WAL T RARRATL LK 14 d, E8H IR AENRAIHLE, WRDNR—AED . BB LR IHXI (ELISA) 1
M e ik KT, HE &R IP L MBI AN, #0857 F AN R IP L2422 % Cleaved caspase—3. Bcl—
2. Bax#J&iA; Western blotting A& R IF £ 41 28 P Cleaved caspase—3. Bcl—2, Bax & & #yAast kit &, 45
ROBAMN R RAFE; R SR TRAE, — A PTRE; SR, BALR SR Rk

TR EF, LEPEAME AR E ZIL T EAY, RImANAEA 2R E T I Z -T2 (P <0.05), A
2000 R A AR & 2 R 2000 e B TR IR (P <0.05) ;5 LB/ R 18 40 & 3hH a4 6 sl Ak T AR 40

(P <0.05), ALK fiF FSHARFF & (P <0.05), E2. AMHAKFBAK(P <0.05), FHa s K fiF B2,
AMH K P EAER 287 3Z (P <0.05), FSHARFEAK(P <0.05) , *TBELES 90 202777 LR BA B ek ad 9p e,
JREI AL T IR L0930 %, BN HES) s AR 200 RPN, kAR, Y . HEP FEL; IR KA
BIP, BA L ROA AHES) 4B %, Cleaved caspase—3. Bcl—2, BaxE320/ 0 RIP LMy Lk, B
VB e A £, ARG PR LA, JF AL 40 R P Bax, Cleaved caspase—3 & & AAxT R A B3 hm (P <
0.05), Bl-2& s FA TV (P <0.05); FIASEER AL, 7 LML 0F Bax, Cleaved caspase—3%&
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Effect of puerarin on cisplatin induced premature ovarian
failure in mouse*
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Abstract: Objective To reveal the anti-apoptotic effect of puerarin on ovarian tissue cells, and to explain its
protection of premature ovarian failure induced by cisplatin in mice. Methods Female C57BL/ 6] mice were

randomly divided into three groups, 10 mices in each group receiving medicine by intraperitoneal injection. Model
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group was given normal saline (9 days) and cisplatin with normal saline (4.5 mg/kg x5 days). The experimental
group was given puerarin (200.0 mg/kgx 9 d) and puerarin with cisplatin (200.0 mg/kg and 4.5 mg/kgx 5 d). The
Reference group was given the same volume of normal saline for 14 days. On the 9th day of the experiment, weight
of mice were recorded to observe general activities. Concentration of hormone in plasma through the ELISA method
and expression of apoptosis related proteins (cleaved Caspase-3, Bcl-2, Bax) in mouse ovary through the Western
blotting were detected. Results The general condition of mice in the experimental group was better than that in the
model group;the body weight of the control group, model group, and experimental group were different. Compared
with the control group, the weight of the model group showed a downward trend, and the weight loss of the
experimental group was more gentle than that of the model group, and the difference was statistically significant (P <
0.05). The proportion of estrous intervals in the estrous cycle was significantly higher than that in the control group
(P < 0.05), while the proportion of estrous intervals in the experimental group was lower in the model group (P <
0.05); in the model group, the levels of serum FSH increased (P < 0.05), while the levels of E2 and AMH decreased
(P < 0.05). The levels of serum E2 and AMH in the experimental group were higher than those in the model group
(P < 0.05), and FSH level decreased (P < 0.05). HE staining showed that follicles at different developmental stages
could be observed in the ovarian tissue of mice in the control group. Besides, the mature follicles were located at the
edge of the ovary, and the granulosa cells arranged regularly. In the model group, the follicles were atresia, and
granulosa cells decreased and arranged disorderly. However, in the experimental group, atresia follicles decreased,
granulosa cells arranged orderly, and the number of granulosa cells was larger. Apoptosis-related proteins were
expressed in all the three groups, mainly granulosa cells. In the model group, the expression of Bax and Cleaved
caspase-3 increased significantly (P < 0.05), while the expression of Bcl-2 decreased (P < 0.05). Compared with the
model group, the expression of Bax and Cleaved caspase-3 decreased (P < 0.05), and the expression of Bcl-2
increased (P < 0.05) in the experimental group. Conclusion Puerarin can restrain apoptosis of ovarian tissue,
restore the function of ovary injured by cisplatin, and improve the general activities of mice.
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112 AR WUETR R () [ 35 E Sigma 2
A, EAR R T GIW (WA R &2 A R
Al), Cleaved caspase-3 £ W FEHIIK . Bel-2 £ v &
Piik . Bax Z v BEHLIR (4 H 55 E Abcam 24 F] ), 11
FAE AL A PBS AR AT IR AN Ot
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SEEGH LA T 9 d F AR EK (200.0 mgke) , 145 T 5 d
HZE (200.0 mgkg) M NEH (4.5 merkg) o X HR4H
P lRMARUEFRER K 14 d. 528655 9 R, FREE/N
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SEIE 15 KB SAL L I AT /N, TR0 AR B
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1.2.3 ELISA %4 E2.FSH Z AMH /K- ELISA
TR G WP 30 ming LIS BRAS B VK I 30 min,
B b A R, 43 ) 18 A 1 AR L RR R AR 3 AL,
JEE, 37°CHRE 30 min, YRGS IARETRIZXH 50 wl,
BE, XIMBEEKA, B, 37°CHA 10 min, N
ZOLW, ALY 15 min N 7E B AR 1Y 450 nm 4b
o 45 FL Y Y6 % B (OD)E, ARk br & 1 OD i &
WeEE bR MR, T AR AT

124 DRI EAR e IIA R ERHERE =
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A AR v T LRSS AR R A 0 o B B A
WA, AWALY) R EE RS pm, P A TE
53°CHRK I T, PR BFE 23 A |, 60°CHE AL
#5173 h, S KAk IR AKE L 4, 43k S AL B
Zr et PBS /K ¥k, B K3 B8, ol 2 i 1l i L 5%
g

125  foEwkiE  DEAEALY R 60°CKE

PBST 7K ¥k 3 ¥ , 457 5 min, $0 518 52 (98 CHF A TR A
PUIEAE WAL FE 10 min) , H SRV A 20 min, fTEE %
W, 10% 113 1007 % 31 60 min, 7 0—Ht
(1:200) 8 T &, 4CUKA P E o5, B &
PRI 2 3, T I Pt % I8 OGP F 30 min, PBST
JKUE 3 U, B S5 min, i BTG IR, w5 4 55 3%
o, W 9 5t W BUBR Tk 't 460 ~ 550 nm P& 4k
5 G E BR 6 530 ~ 550 nm Ik H AT 4586 A
WA as 2R
1.2.6  western blotting #4&] Cleaved caspase—3.Bcl—
2. Bax & @A iAE KA AL RIPA A4
ZHOP S 2, E T UK 244 30 min, OY 5240 2128w
JEWH 1.5 ml BT EP4E, 5 000 v/min 5.0 5 min, W H
1.5 ml EIE W, BCA 5 BP 5120 2 rp 4 i
HR 45 SDS-PAGE 1271 & il e, F vk, ¥ e e B dE B
D2 e BN 28 PVDF I8 B e ENJIRE T 19 BSA vp %
TBEH 2 h, I —30H B Cleaved caspase—3 ., Bel-2
Bax(VEJE 4 1:1 000) ,4°CHEE i &, TBST e, A
HRP FRic B I £t e i — i, ZIRHPBEE 1 h, R
W K HCECLEE B 52, B-actin NS,
1.3 SHitEFE

B 53 BT SPSS 22.0 Bt A F, iR BRI LI
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210 PRAETEAL LEEFIOKR. F1LK, H
12K 5513 K 5B 14 R3A/NRIAE [L#R R HE S
W BT T7 2253 B, 45 5 - O 8] B ) 550/ B
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Xif iR 21.16 + 0.84 21.22+0.85 21.24 +0.79 21.32+0.73 21.52 +0.68 21.54+0.72
FRAIZ] 2224 +1.48 20.92 +1.33 19.18 + 1.38 18.00 + 1.17 16.56 + 1.06 15.66 + 1.02
T 23.18 +0.70 22.66+0.67 21.80+0.69 21.20+0.53 21.32+0.63 20.68 +0.59
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400 b . . . . . 5] 31 5 6 a0 1 TS 30 % B D) 43 5 SR K BE 2 (36.33 +

10 55 115 55 125 4 135 55 14 45 15K 0.09)% , HERIZ(76.62+0.08)% , ¥4 (5833 +

0.08) %, 3HILE, ZERAGI¥E L (F=29.955,
P=0.000) ; HE— W7 g, R N L 31 il
212 AWML mﬁmﬂﬂWWW46@ SR B 85 T XS HEL (P <0.05) 5 5K 41/ L 3) 1
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I AT SiE M Bl 1% ) 3 S A
E2 EENRZNEFHINHEAGRER  (WH %YL x 400)
100 T 0 T (P <0.05) ; SR L F i, 5256 21 /N FRUALYE B2 1
§ 80 AMH 7K~F- T, FSHIK SRR (P <0.05) o W32,
g 60 2.3 SHNRIPEHARS
= a0 s B L AT LS () 4 7 B B B, A B 3
O Rb BN H G . ORL AN I AL B L A
0
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D5 XA H#E, P <0.05; QSR HAE, P<0.05, -—_—
B3 SENRHMBEMGALILR (n=10,x25) o R4 117.79£2.81  40.01 +0.69 259+0.12
2.2 3ZA/NRIMiEE2.AMH.FSH 7k F Bk 8; iR 7455+2810 23702090  3.60 = 0.047
3ZH/NERULTE E2 . AMH Fi FSH 7K S e, 22 73 LHA 98.00 £ 6.24%  6538+3.15% 3.12£0.04%
Gt AR L (P<0.05) . HE—EWWHbEs, 5X L L Fid 100.131 358.040 180.365
B, BRI LT/ BT B2 R AMH KR4, FSH K P 0.000 0.000 0.000
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caspase-3 HI&iA
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4 SANRIPEHARS

Bel-2

Merge

caspase-3 75 3 Z1/NRUBR LA ZUh A 33k, HLUW
Ry 3. WIES.
B
(HE 3¢ {1)
Merge  Cleaved caspase-3 Merge

X R4

SR
JAT AN R AR SO, AR PLY (), R AL EIS,

E5 3ZH/MFRINE Bel-2.Bax.Cleaved caspase—3 HiRi%

25 3 /R IPE A LR Bel-2, Bax, Cleaved
caspase-3EHAXN RIZELLE
3 20 /)N BLBH .40 21 Bel-2 , Bax , Cleaved caspase—3
X R A, 2 F A G L (P <0.05) .
— P R, BERUZH SRR LA, DL AR

(G Y8 x 200)

0 ff Bel-2 £5 H AH XS 2 35 & 98 />, Bax. Cleaved
caspase—3 Ht [1AHXT R IK I M (P <0.05); L4
SRR g, B 4141 Bel-2 25 A X 2 A
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(P<0.05). WLIEl6 #0143,
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s — — 17 KD

Cleaved caspase-3 |
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AXTREZL; B BIAILL; 90004,
El6 3ZH/MFRIDEZH 4 Bax.Bel-2.Cleaved caspase—3
EARIE

*®3 S3H/NFRIPE AL Bax,Bcl-2,Cleaved caspase-3
EQEMERIEELE (n=10, xz5)

215 Bel-2 Bax Cleaved—caspase—3
X HRZH 96.52 + 1.33 46.42 £2.13 96.07 +4.18
BRIZH 5595+ 1.757 10021 +1.22% 139.99 + 2777V
SCH 80.18 £2.11%  63.94 +2.54? 113.71 £5.329
F{E 452.710 542.075 82.301
PiA 0.000 0.000 0.000
- Q5L HEE, P <0.05; @S5I EHE, P <0.05,
3 itig
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B E A GRSy, B BHI. BH2. BH33 44
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