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Mechanisms and proliferation inhibitory effects of atractylenolide I on SK-OV-3 and OVCAR-3 ovarian cancer cell
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Abstract: Objective To investigate the mechanisms and proliferation inhibitory effects of atractylenolide I on SK-OV-3 and OVCAR-3
SK-OV-3 and OVCAR-3 cells were treated with atractylenolide T with various concentrations (0,5,10,20,40,

80 and 160 uM) at 24 hours,48 hours and 72 hours, and the changes in proliferation were detected by MTT assay. The cell cycles were meas-

ovarian cancer cell. Methods

ured by PI staining and flow cytometry,and the expressions of cyclin D1 and CDKI1 were detected by ELISA assay. Western blot was then ap-
plied to investigate the effects of atractylenolide I on PI3K/AKT signaling pathway in SK-OV-3 and OVCAR-3 cells. Results
I could significantly inhibit the proliferation of SK-OV-3 and OVCAR-3 cells,and its inhibitory effects were concentration and time depend-

Atractylenolide

ent. In addition, atractylenolide I could also significantly reduce the proportion of cells in S phase and increase the proportion of cells in G2/
M phase,and these effects were associated with the down-regulation of CDK1. The results of Western blot indicated that PI3K/AKT signaling
pathway was involved in the inhibitory effects of atractylenolide I on proliferation and cell cycle. Conclusion Atractylenolide I can down-reg-
ulate the expression of CDKI in ovarian cancer SK-OV-3 and OVCAR-3 cells through PI3K/AKT pathway, which led to cell cycle arrest in
G2/M phase,and played an important role in proliferation inhibition of tumor cells.
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25, (P EZ #2015 J(C—FK) sl ny B R A B
£ BRI A K IRV IR Z IR B R EE A
CEPEZAT . WINER KB AT E . AR 5%
DR [T, AN 3 5 TR [R) SR 5 5 B
2[R, E TR SRR, XGEARNE T R
PTG 1 atractylenolide I, AT-1) J& T2 1E N s 21k &
Wy, & R B EEE PR 2 — (AR AR T 45t 00
1) o BRI, PR AR DX g e
ISR 0 2000 ) 45 EA B AP R 15 (B e LR
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1.1 ##5 &7

B EL9E A 2 SK-OV-3 5 OVCAR-3 ( 2 [H A-
merican Type Culture Collection 2\ ] ) ,RPMI 1640 k3%
WG A ME B R 5 RS (35 E Gibeo A H]),
McCoy’ s 5a 3537 % ( 32 [E Thermo Fisher Scientific /3
F]) ,DMSO (b 5t Z K E B ABRA 7)) , RIPA 24 i
& SDS-PAGE i [ _E 2% vl 55 SDS-PAGE %t i it
il & (G = RAEWHERBESE ) |, 28 w0 ) )
(3 Sigma 2AH]) , AARNEE 1( Bl FEHEYRHECA
PR ], 525 R-0046 , Bi A% 20 mg/ ) ,CDK1 ELISA %
F &5 cyclin DI ELISA 5] & (RIVAEEAY) TRA
FRZvHE]) ,p-PI3K \PI3K . p-AKT 5 AKT —$ (£ [H Cell
Signaling Technology /A ] ) , HAR 1t AL Wy A 1C — 4L
5 ECL B2 (R L AEA Y TRARAA) .
1.2 7%
1.2.1 #HjfiE3E SK-OV-3 5 OVCAR-3 4 iR
HEE IR, MRS 10% (v/v) K& B4 i 5 % R
100 w/mLFI4E 2 2 100 uw/mlL [f) RPMI 1640 Fil Me-

Coy’ s Sa ¥53% W 11,37 °C 5% CO, By 40 b5 740 %
I, 82 ~3 d W IRARAC 1R, BOS BUE K4 M i A
FHICELLS .

1.2.2 MTT 525 £ 96 FLH T BEFLA ALY 1 x 10*
AR, FEAN NG BE 24 b J5 W 8% 55 W AR A TG I3 BE
TR, 1) B LN — 2 12 19 245 40 I 76 200 1 s A4 v Ak 22
BEFR, SR A A A R R T2 4H (5.10,20 .40,
80,160 pM) 5HEARMNES T AR ML (0 pM) , 2R 5 UL
FL 10 wL A 5 mg/mL MTT,37 CHFE 4 h, 35 1,
BALHOMA 150 wL DMSO, %5 MTT F135 241 i 2hr (4
SN TR 1) i 25 a5 ot R B8 fof AR A 490 nm i
KA OD490 nm {H . $22 LA T 24 2018 40 L A7 36 %
YHMAFTE % = AR R T n2541 (0D 490 nm) /AR
PYE T A MZ541 (0D 490 nm) x 100%

1.2.3 i 8 & R ¥ 1 mL &4 PMSF 11
RIPA 2L MM A B A ALY 6 fLAk Hr, KF- i & I
TFrk b 246 30 min, Mgt F v N 48 H R 1 58 50 6 fL
i s 465 58 U5 T 4 °C,12 000 rpm Z5.0 5 min, S8 5 HX
IERP AT $E AT 5 £ 5L, 40 ELISA SEE%, 535 A
SDS-PAGE £ 1 _FAEZZ v, 25 A8 M & W 5 min Ji5 R
] ¥4 Western blot ZE50 5

1.2.4 3t 3 40 M 42 A A 00 448 i ] 1A a3 ) %
1 x10° 44T 6 FLAH, 55 5% 24 h ey, 2591k
FH 24 h )5  WCEEARME, PBS Bk 2 IR, 585 75% ¥ LT
A, EHLRL AT 7F £ BE, PBS PE 1R, IMA 25 mg/L
RNase, iz /5 i 50 mg/L filifl 2 e (PT) Ye (a5, it
Yuta, 20 min 5 i 2 4 AR 0 248 A A B9 4 A, FCS
ExpressV 3. 0 &40t 8098 o

1.2.5 ELISA 5255 PLEEAL 100 pL iIn ARG RIS HY
Cytokine standard ZARHE M L, LAEEFL 100 L fin AFE
mhERESAL, I B A L, ] Dilution buffer R (1 x ) ft
BREATIFRAE S ; LLAESL 50 wL i AR BE 5 /%) Biotiny-
lated antibody, 5] )5, i BRI ,37 CH#LE 90 min;
LA, F1L 300 pL A 1 x washing buffer, {5
B 1 min J5 5 L fLNHIER, PR ER 4 K, BIRTEDE
e 40+ DAaEfL 100 pL fin AR BEJ5 1) Streptavidin-
HRP, 3% b &4 B, 37 CHRE 30 min; PEAR 5 #4718
6, 5541 100 wL i A TMB,37 CHEEIRE 5 ~30 min,
HRAEFL PN AR (TR R £8) SR 2 Ak g, DA g
fL 100 pL i H A Stop solution 2% 11 7 by 5 % 1k 5
10 minPy , ZE BRI 1 450 nm 15216
1.2.6 Western blot 5Z I o 4% 2H 40 i 43 ) B
40 pg B8 H#E 1T SDS-PAGE 5 A #is ot iz Bk i WA Uk
80 VHHE R ¥24% 2 PVDF 5, B & 5% IS W4 ity TBST
FRE 1 b, 23050 p-PIBK HT44(1: 500 7 B¢ ) . PI3K
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PR (1: 1 000 FifE) \p-AKT(1:500 FifE) Al AKT(1: 1 000
Mk ) 4 C R B AR5, R BR o S AL Yy i
“Ht(1:5 000 FikE) ,37 CHFF 1 h, ECL 52 Hiab B
JRWEE s e )i , M Image-Pro Plus 6.0 RGEREE S0y
HriE 5.

1.2.7  Bdao S RO ¥ LA BB £ AR fE2E
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68.75% , n[ &A% OVCAR-3 4fififi PI3K 5 AKT #if2 L
IKF-238.19% 5 52.25% , 3% B 25 T F W] AT-1 [ fi)
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a: Western blot #7 AT-1 3} 97 £ J& SK-OV-3 5 OVCAR-3 4 &L
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2Tl PRI, BELUT e 40 e SR 3 A a2, 40 o e 4
I P 34 BN e IR Y AT B
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Ay SK-OV-3 5 OVCAR-3 NHFFER 4, #53F AT-1 411
il B SRR 200 6 4 1 1A AL o

FEABIE 5T v, FRATT & B AT-1 ] 410 ] B9 5 458 SK-
OV-3 5 OVCAR-3 #3458, H AT-T X 3 39 4 48 Jifd 1)
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