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[# ZE] By #HTHET 2K (Sch B) X AGF L Skov3 40K A4 E A T & Wnt/B-catenin {5 53 5 1 5
Fik R 0.1.0.10.0.20.0,50. Opmol/L Sch B 4B Skov3 4L, SR FH PU H A R ER ( MTT ) B AS: I 45 vk B Ab B 24 48 72
F1 96h FIEFEAMEI F | Annexin-FITC/PT X H% i G A [a) e B2 AL BE 48h J5 (2RI IA T 1 00 , i 2 4 M SURG: I 4% 1k )3 b B 48 Ji5
RO 20 i JE 493 43 A 1B L, Western blotting #6453k BEAL PR 48h Ji5 40 4% Wit/ B-catenin 15 53 i T B-i% 4% &K ( B-catenin) J T Jif
H53F C-mye HHAEJEIHE D1( Cyclin D1) MR KT, RIS 45V 5 A 3 48h i 6 0 240 e 5 760 &40 A 1 0 DR 5 B AU Al -3 8
(GSK-3B) ¥, L5 Sch B A58 A [R]R I =8 I 40 i 34 5 9 ) %6 (P<0. 05) , fEH 48h J5 AT B FI AR X T+ =
B IR TR B A0/ MO GSK-3B T 1 (P<0.05) 5 B 1. Owmol/L Ak, JLAHe Ji V5 T 48h 14 G,/ G, 35120 M 1L ) 24 5 T
Opmol/L,S 1. G,/M 1] 40 g b #91] &2 B-catenin, C-myc Fl Cyclin D1 & 4 /K F#MK F Opmol/L (P<0.05), H 10.0,20.0,
50. Owmol/L Sch B [H] ()25 FA8 it 2¢ 3 X (P<0.05) , 4518 Sch B A LA Skov3 20 AR i85 02 2k HC 08 1 0 40 it A 40
R , LA Wit/ B-catenin 3 #0307 .
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[ Abstract] Objective To explore the influences of Schisandrin B (Sch B) on proliferation, apoptosis and Wnt/B-catenin
signaling pathway of SKOV3 human ovarian cancer cells. Methods The SKOV3 cells were treated with different concentrations of Sch
B (0, 1.0, 10.0, 20.0, 50. Opmol/L). The MTT was used to measure the proliferation inhibition rates at 24, 48, 72 and 96h treated
with different concentrations of Sch B. The Annexin-FITC/PI double staining was employed to detect cell apoptosis at 48h after treat-
ment with different concentrations of Sch B. The cycle distribution at 48h after treatment with Sch B was detected by flow cytometry. The
Western blotting was used to measure the nuclear 3-catenin protein levels in Wnt/3-catenin signaling pathway as well as its downstream
target C-myc and cyclin D1. The cytoplasm/nucleus activities of glycogen synthase kinase 33 ( GSK-3B) at 48h after treatment with
different concentrations of Sch B were measured by activity assay kit. Results The Sch B can increase the proliferation inhibition rates
in a dose-and time-dependent manner, and elevate the early and late apoptosis and cytoplasm/nucleus activities of GSK-33 at 48h after
treatment. In addition to 1. Opmol/L, the proportion of cells in G,/G,phase of the remaining concentrations were higher than those of
Opmo/L (P<0.05), and the proportion of cells in S phase and G,/M phase and B-catenin, C-myc and Cyclin D1 protein levels were
lower than those of Opmo/L (P<0.05). Conclusion Sch B can inhibit the proliferation, promote apoptosis and cell cycle arrest and
inhibit the activation of Wnt/-catenin pathway.
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T FH B @I VE R, DR O 55 3R AT TR 9T
B FRF 2 % (Schisandrin B,Sch B) J&— ik
BRI IR RIE R, B AT Z Fh LS 6 1 8
PEC ARV A SR 25 1 PR £ 2
M 24525 1 1 A 500, A 1S 0 22 2 L B S 1 i
AMPE T VE ™', Sch B if B A FEAR W45 S
(0 ST R 8 3t 1 2 M R e 2 B R DR 4T R
HAPUMR G Y i A — E R ET R, DL R dE R B
Sch B Al fEAFAEBUIRAE T, B H FirXt Sch B EA 11
il WS 98 1 B 5 A D R AS BF 5 25 7 N B R0
Skov3 4/l Sch B Ak 3, W5 XS 1S 5l Ko 4 T2 1) 5%
Wi, 45T Wnt/B-catenin {5538 P 1 6045 IF 5L
SR TE P 22 B v TR (G AT T ORI g A
1t Sch B AL FEXT Wit/ B-catenin {55 518 #% h B-i%
$% 2 (B-catenin) J T/ F C-myc 4 i 1 K
D1( Cyclin D1) 2 F /K ¥ FUBE J5 & 18 Bl 50 -3
(GSK-3B) ¥ P B 52 W, Ay i P B9 5598 19 96 97 4 1
WA

1 #MR57FE

1.1 E2ZRXA5ME IIHIE Skov3 AR 55
E ATCC 7~ #), Sch B, Triton X-100, — F ¥
(DMSO) | P H B R (MTT ) Fl-+ e S R £
(SDS) ¥4 A 9 [ Sigma A ], /N HILE (FCS) 14 A
BUM P05 A4 TARABHE BR 23 \], RPMI 1640 557
AN I [ 3 Gibeo A F],BCA FHE I E K
MRAH £ T35 E Pierce 237l , SDS-PAGE HEE HL ik
FRARFI [ 25 Amresco 2 7], Annexin-FITC/PI
PRSI ) & W 3 BILSE A4, B-catenin A1 Cyclin
D1 Z5alEdiiANy H 3EF Santa Cruz 23 H] , C-myc I
Z: GAPDH £ st FEHUIA G [ 55 [F Cell Sigaling Tech-
nology 7y A, GSK-3@ 7 P 46 I 4k 7] & W H 3¢ [
GENMED A#], &5 UK T 3£ [E BioRad A H],
ELx800 Mk3 ZUfifbr{ 4 [ 2 & BIOTEK 7~ A, FACS
Calibur ™ i xCHH L {3 [ S5 18 BD /A W], 5415R 7
HELCHLIE A 12 E Eppendorf 22 F]

1.2 i3z ¥ Skovd 400 T 10% FCS 1)
RPMI 1640 $55RF i 5%, & T 37°C 5% CO, 1 H
MBEEREFRAA T, AN A K R A 3 RAGAR 1
W, BOSEUE KA A 7505

1.3 @mpasgaiteml 0. 25%B 5 A B o #ik
) Skov3 AL, AT i 55 5 40 MR, #5 B AL 1%
10° A~y %8 BE R AP T 96 FLKFFR M, 24h J5 A Sch B
i &4 BE 43 ) 0.1.0,10.0,20. 0, 50. Opumol /L
(Opmol/L & M X f 4l , A h LI 4l) , 7F 37°C .
5%CO, 161N BE 4% 5% 46 h 45 5% 24 48 .72 Fl1 96h
J&i  BALINA Smg/mL MTT #5710 wl,4h 528 1157
¥, R R FR A HL 492nm 2% V& BE WG (A)
HRAE S AT A G 3 MG HIR (%) = (1-
SEIGAH A/RIRZE A) x100% ., R HEERE 3 1K,
1.4 @mieA =R A mpe R kn  HESL 1x10°
AR B Skov3 AR 6 FLEEFRARH A Sch
B i 2y BE 43 5112 0.1.0.,10. 0,20. 0.50. Opumol/L,
KE3% 48h J5  ARHE A T A 3R] £ 16 B 5 454 , PBS
MR 1 Y, I A Annexin V/FITC F1 P1, 44 (3,
15min J& R FH 7 2 40 AR (S0 7 98 1 2% K 4 i S 1
HAWEESE 31K,

1.5 @mRaf/ i &k eI FiafL 1x10° %
FEXG Skov3 4 ML #E R 6 FLEE IR M, W gE 0,10,
10.0.20. 0.50. Opwmol/L Sch B 4L ¥ 48h J5 Y Skov3
YL, TRV PBS MR, S0 A 4 i 22 i T, K 4
FIF B AZLR 20min, 4°C 12 0001/ min & .L> Smin,
TS 955 R Sk &4 6 o 2 1 B R R ST E , A
AN A 2 A, 4°C T F# B 30min, 12 000r/min 5 L
10min, B_1 37 BRI A 4 i A% 2 32 e, >R A BCA
0N B PR 43 K A B R 40 B A P B
PRI TR VK AS IR

1.6 Sszépi 40O FRE Y SR G2 vl il
GRBURA e E 74T 10% SDS-PAGE B
FEL UK (e 208 e 173 B R HL PR 433310 2R 100 T8OV, 2
T4 2 PVDF B, JiNifi & B-catenin (# B L 1
100) ,C-myc(1:300) 1 Cyclin D1(1:100) —¥T,4°C
WEE R, LA TBST WM 3 UK, A —$i (1:5000) ,
FIR T E 2h, ECL W4, I8 HBE%, R
Gel-Pro analyzer 73H7 5 0 52 257 Y62 | I 44 445
FRNEHIE A S NS GAPDH L% (.,
HAWEEL 31K,

1.7 @m e R/ Mtk GSK-3B iEdeseml M IE Pan
SRR A T A0 M T A% GSK-3B TGP fif
RGN o AR AR ) & 1 B A AR U A T 2 R
TR 5 ) I % M SR, 4 50pg 24 U Jo/ i
BAEAS U HRA YIRS, 7E 30°C T WY Smin, 2K
FHBEHRAGEZEL 340nm £5 Mk BE AT WGAE (A)  ARIEA
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TR ARXSIEPE . AHXEPE (%)= (1-SE50 40 A/XT
MR A) x100% ., FEAMREEE S 3 IR,

1.8 “itd o SRH SPSS 19.0 MUK M4 #7 .
BRI bR 22 3R, 2 LEBCR AN R
Z5HT (one way ANOVA) | B L35 R H SNK 72,
DL P<0.05 HZEFAGITFE L,

2 & R

2.1 Sch B stampe3gsaai %ok K FH0.1.0.10.0,
20.0,50. Opmol/L Sch B 4b#i Skov3 #fiffd 24 (48 .72
F196h J& , MTT #: %& B Sch B Al #1 il Skov3 41l g
W5, BAE R —AE I ) Bl v B2 3G, 240 Jf 1 5
P AR T w5250 s 2K (P<0. 05) 5 T AE[R] —
5P BETT | WAV FH R[] SE 4 240 B 33 7 410 o) 3 0
Thar , S AR 7720 (P<0.05) . WA 1,

2.2 Sch Bt =% %Hh KH0.1.0,
10. 0,20. 0.50. Oumol/L Sch B AL ¥ Skov3 £l 48h
J&, K H Annexin-FITC/P1 X 4% ¥ £ M % K, bR
1. Opmol/L &b, LAY U FE A L B A R T2 3 325 & F
Opmol/L(P<0.05) , M 2R A G2 E L (P<
0.05), W#E1,

1007 — o4y,
=
/7
801 =96k
15)
% 60
=
& a0
40
20+
0 . . o . oo L 2°
0 1.0 10 20
e (umol/L)
A1 JRERE Sch B &5 tm fo¥g 54 34 M oL

2.3 Sch B @A mes®%a KM 0.1.0.10.0,
20.0.,50. Opmol/L Sch B 4b# Skov3 #iifitd 48h Ji&, %
FH 20 ARSI 2 2R, B 1. Opmol/L A, LA v
Go/G, WL B T Owmol/L, S I F1 G,/M ] L. 441
PHE T Opmol/L ( P<0.05) ;10.0.20. 0. 50. Opumol/L
REBRSE Go/G, ML BITRE T 1. Opmol /L, S 11 G,/
M 3 H 51 25 4% F 1. Owmol/L (P <0.05) , {5 20.0,
50. Owmol/L 15 ¥ J3 8] (1) 25 S+ LB 1T 22 2 L (P>
0.05), W& 1 K2,

A1 RFEHAE Sch B 4EJR 48h % 2w e A © 5 B 2w i A 1 69 %761 (% , Xks )
PR T R 21 i SR 3
We g /L
PRBE(pmol/L) [T el G/, 5 C/M
0 4.32+1.07 2.38+0. 89 42.83+6. 65 38.69+3.45 19.43+2.37
1.0 6.74+1.72 4.56+1.48 44, 27+4. 50 37.21+3.62 17. 68+2. 28
10.0 14. 69+2. 38" 9.39+1. 73" 51.90+3. 32" 33.58+2. 74" 12.39+1. 25"
20.0 23.55+4. 73" 11. 67+2. 58" 58. 17+4. 79" 27.08+2. 96" 8.28+2. 28"
50. 0 28.37+5.76" 15. 04+2. 62° 65.96+5. 34" 24.10+1. 35 5.42+1.19°
5 Opmol/L LA, * . P<0. 05
10 10* 104 104 10*
10° 103 104 ., 104 1040 @y
= 10? =102 = 102 = 103 = 102
! 101 10! 104 101
0 0. () ( 0.
1011’)0 10" 10> 10° 10* 10100 100 10> 10° 10* 1010“ 10" 10> 10° 10* 1010‘) 100 10> 10° 10* 10100 100 10> 10° 10

Annexin V=-FITC Annexin V=-FITC

Annexin V-FITC

Annexin V=FITC Annexin V=-FITC

A ZE AR N :0.1.0,10.0.,20. 0,50. Opmol/L Sch B
B2 A0 Sch B A3 48h J& i X, 28 LA M oL

2.4 Sch B % Wnt/B-catenin 12 5 @30 % % [}
1. Opmol/L %) ,Sch B Zb 3 48h J5 ) B-catenin ,C-myc
Fl Cyclin DI 97 H /K F 2K T Oumol/L, 10.0,

20.0, 50. Opmol/L 4 ¥ 5 3 & H K F IR K T
1. Opmol/L, HiZ 3 WRIEA 22 7B Gt #5 L (P<
0.05), WK 3 %2,
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CAPDI s csE oSl GRS <ERED

. AZE#50.1.0,10.0,20.0,50. Opmol/L Sch B

B 3 Sch B 4 #2 48h J& Wnt/B-catenin 13 5 i@ %
& & Western blotting #-# J

%2 ARFE#RAE Sch B 5 Wnt/B—catenin 13 5 i# %

BB R F R (ats)
W (umol/L)  B-catenin C-myc Cyclin D1
0 0.35+0. 03 0.27+0. 04 0.37+0. 04
1.0 0.32+0. 02 0.24+0. 05 0.35+0. 03
10.0 0.27+0.04*  0.16+0.02* 0.27+0.02°
20.0 0.22+0.03* 0.12+0.03*  0.20+0. 04"
50.0 0.16+0.02* 0.09+0.01* 0. 15+0.02°

5 Opmol/L LA, * . P<0. 05

2.5 Sch B %m0 i/ Mtk GSK-3B 71 69 %
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P, SRR T (P<0.05) , WL 4,
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