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Study of NS398 reversing the antergy of lysophosphatidic acid for the inhibiting
effect of cisplatin in the proliferation of huanman ovarian cancer

XIONG Xue-hua, et d

(Department of Pathology , College of Basic Medicine , Chongqing Medical University)
[ Abstract JObjective: To investigate the effect of NS398, cyclooxygenase—2( COX-2 )—inhibitor, on the antergy of lysophosphatidic acid
{LPA) for the inhibiting effect of cisplatin{ DDP) in the proliferation of huanman ovarian cancer ,and to analyze its possible mechanism.
Methods : Human ovarian cancer cell line(3A0) were cultured in vitro. The effect of NS398 on the antergy of LPA for the inhibiting effect
of DDP in the proliferation of 3A0 cells were measured by MTT. Cell cycle of 3A0 were analysed by flow cytometry (FCM). The effect of
LPA alone or in combination with NS398 on the expression of COX-2 of 3A0 cells were measured with RT-PCR. Results: LPA showed
antergy on the inhibiting effect of DDP in the proliferation of 3A0 cells, and decrease the proportion of cells in the GyG, phase of the cell
cycle. Whereas, combined with NS398 in culture,the proliferation of were significantly inhibited,and the the proportion of cells in the
Gy/G, phase of the cell cycle was raised. RT-PCR results revealed
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COX-2 was decreased.Conclusion: The reverse effect of NS398 for the antergy of LPA on the inhibiting effect of DDP in the proliferation

of 3A0 cells may be completed by inhibiting the expression of COX-2 in these cells.
[ Key words ]Lysophosphatidic acid ; Cyclooxygenase-2; Cisplatin; NS398;3A0 cells; Ovarian cancer

VA LB RE B ( Lysophosphatidic acid, LPA)R—KBET
YRR AR B R B T e S N R B E
HIRE/K AL LPA 3302, EAMIEY,LPA #851&
IREURAIARITE, AT, REBRTBAERE, L,
LPA ¥R BB N 5P SL8 40 MU XH Ly 7 26 M A TR 240 4, T e b
COX~2 I 55 BRI T 254 & FRRESE BT, iR S A
NS398(—FMm st COX-2 M, %t COX-2 B EIR MM
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1.1

U HLE 3A0 I E K ER R R B = R4,
RPMI1640 £ 52 5T ¥ (Hyclone 22 8] ), W ST 4R 2F ML ¥ (BT
MEEF LY TREANE );LPA K NS398(BIOMOL A7) ),
ST IR (N B 2RI 25 A BRA 7 ) 5 7o % ke £
(MTTSFRIAEIR ISR A YA PR E] ) s RT-PCR &5 & (Promeg
F] ), DNA B[ invitrogen 23 & & Mo
12 Fik
121 ZEMUBESE  3AO 4HMEH ME H AT 100 ml HEFHE
o, A 10%/0 4 LS RPMI-1640 3 F5 M 7E 37°C .5%C0,
FUTEFENIES. GMKIHURR 80%/5, F 2.5 o/L 5%
HEFHALAE, BES S KA T35
122 MTTRW @piUs, FEFRR0as MMk E N
5x 10° M /ml, LAEFL 200 w1 EF0TF 2 B 96 FLAR, B F 37°C,
5%CO, KIBFAMPIEFE, 24 h WEEEIS (ZIERLA BELY 70%,
1%HIE BB, ISR T 95%), L1557 W, PBS %
3WE, ERENB SR, RIS HT R0 T, S4HR
4 ATHL, B SRR 200 pl. SHITF . ODDP 4
DDP A¥EBEN 2.5.5 pg/ml. QLPA 25 : LPA &Yk ¥ Ny 20,40
pmol/L, (DNS398 £H :NS398 4 ¥k & 7 50,100 wmol/L, @
LPA+DDP £ :LPA & DDP & 4 Bl A 2540 A, ©
NS398+LPA+DDP £ :NS398 . LPA J: DDP 4 ¥k 43 | [a] .25
AR @XTHRLE , 52 AL B R - SN A NS398,2 h J5
AA LPA,%§ LPA &3 4 h JS LA DDP,, ZEiMA DDP J5 4k
$59% 24 h, B 96 fLAR , 3 B 5, B AL AN 200 Wl Jo I VE Y
RPMI1640 1 20 pl MTT(5 mg/ml), 46428535 4 h; 32 b1, 45
FLJim 200 pl DMSO & 10 min J5 LA 490 nm JE K HE 53 H7 .
LEEE 3 W, ITHE MRS R 4 R =1~
CIMZ5H -+ A E/RIZGEFH A {8) x 100%,

1.2.3  HAGMAGE  FHEESR 300 4EMIIHER, 4R
MTT %, HH DDP %] 2.5 ng/ml(DDP B M3 il ppe=
2.5 pg/ml), LPA 3 40 pumol/L, NS398 1% 100 pmol/L. F
0.1%EREBIF AL 24H AR , R AR VR DY 1 x 10° 4 /ml, BX 1 ml 48
MBI A EP E/SE0, I PBS ¥k 3 R, RS IMA 1 ml 70%8
% ZERE I 24 h, 4°CARAE , R Ama (e,
124 RT-PCRAGW H#IEFE 340 JIHIFEA%/L,24 h WGRE
JEE R TCIM IR, PBS 1 3 G, B ME I, R
BT EE T, 2T . OLPA 4 LPA RWE N
10,2040 pumol/L, (DNS398 £ :NS398 A ¥k E K 100 wmol/Lo
(®NS398+LPA £H : /A NS398 100 umol/L,2 h JF A LPA
40 pmol/L, @XTHRL , ARLEIEFF 12 h JSIRELE RNA, A%
SRR SR A B PR BT . COX-2 BIFSY: B 5°-TT
CAAATGAGATTGTGGGAAAAT-3", F ¥ 5’ ~AGATCATCTC
TGCCTGAGTATCTT-3" (#3671 ¥ 305bp); B —actin JF5:
¥R 5 ~CTCGTCATACTCCTGCTTGCTG- 3°, F iS4
5’-CGGGACCTGACTGACTACCTC-3’ (¥ 14K 546 bp,
PERAB IR ), PCR R RE4A:94°C 30'5,56.5C 305,72°C 30s,
3£ 30 MEF . RT-PCR BRHHE Promega /=@ UtAH+5, PCR
TEMIZE 1.5% 3R BEVEGE RS B 1k 4> B (AL JE 100 V,20 min), Gel
Doc1000 BEB RS HT F S H T E BT, L M E K
FBSNSHRICE HEA RS B HZEE mRNA BN &
BE, LREE 3K,
13 #itFa=m

MTT #a IS5 R B e A B E 0 B BE X DA R + Ao
(x + )3, K FH SPSS13.0 for windows Gk B,
EAFEABIEUR I LB 2501 RB/KAE o H 0.05,
P<0.05 AEFEGIH#EL,

2 & B

2.1 MTT %A

A [E M BE A DDP 1 NS398 Xt 3A0 4R i385 3 2
BIARFREEAME, WA R B #Y LPA 3f 3A0 403854
FANHIVER . LPA+DDP 415 DDP A8 HbAe , H 40 fu s 5 3 41
R T T, KU LPA ¥ DDP S A MM ME A+
YRR, 3 B A MR BB . NS398+LPA+DDP 4 5k
FEM) LPA+DDP 248 b8, By FEAA A T NS398, K P SUE 40
HL 3 T I FE A0, 3 ELRE NS398 W BEHE hn , Ho s 5l
MR 1),
22 FAX AR

DDP 471 NS398 £ ¥{8F 3A0 ZHM G/G, $ILtL R EF, T
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LPA 40 5%t B4 40 Eb 45, H 3A0 41 GyG, A LL & F [ ;
LPA+DPP 415 DDP 4#H Eb3, H 3A0 4iH G/G, ILLE T
f%, B LPA B T DDP 5IAZ /Y 3A0 40f Gy/G, HIFHH o
NS398+LPA+DDP 4 , ;1 FB-& A T NS398 #1 DDP, H: 3A0
i GG, #A Lk 3R B & & T DDP £ NS398 41 1 LPA+DPP
2, FHA NS398 Fl DDP BA thEIVEH , REthdi LPA 5I&EH
3A0 4iME GJ/G, BALLE TRE(ER 2),
2.3 RT-PCR #:7

IR MR FR Pk £ S B , B LPA MR A3 i, e vk
SHFAE LPA WREEH 40 pomolL #H  , % 8] LPA ZE{AS1M AR
12 3A0 HIMIF K COX-2, T NS398 HMM{EAELS LPA &
FHEIBEIEMK COX-2 ML (A 1), FHIKIE COX-2/B —actin
HOE% B LSRR 3.

3 3 i

LPA B—Fh L IhREBSIRIR @ C ERBBZ AN
EZMESHIFEBRBERLEYERR . LPA SIEEHE
4+ RREYIAX, DDP ISR EF ANT4Y, 1S
DNA JE B P A 0] 22 SUZE 3%, 310 DNA Z IS DNA 5%
EWEIRAAMIET-. BHFFTERY, LPA FEHEHINE0HIE 40 M %t
DDP MM 251 . Frankel %°4RIE , 7EIP 8150 HEY 408 R+
LPA w] B B ¥ DDP F7 B HY U9 5598 40 B v, M T R
DDP X B4 MM AT S RA T ME BEREE
SKOV3 IR R THIRIAEE R, 4305 IS0 S 4
kR 3A0 AP X4, B R ALIESE LPA X DPP 55 ) 4t g%

F 1 AEALERE D HIZERA R
A W ik E RS
POgL| 0
DDP 24 25 233 1.3
5 332+24
LPA £ 20 0
40 0
NS398 £ 50 8.0+0.8"
100 129 +0.7"
LPA+DDP 241 20+42.5 4.6+08"
20+5 7907
40+2 29+02"
40+5 4.5+0.8"
NS398+LPA+DDP 41 50+20+2.5 21.8+0.9™
100+20+2.5 25.1£1.5™
50+20+5 314+15™
100+20+5 374+33™
50+40+2.5 172+ 1.1
100+40+2.5 22.8+1.0™
50+40+5 29.2+1.3™
100+40+5 326+2.5™

¥ :LPA ¥R #0725 wmol/L, DDP 4 pg/ml, NS398 2§ pwmol/L,” P<0.05, 5 % HEZH AR LL4% ; “P<0.05, 548 RV B DDP L AH LLEL ;™ P<0.05, 548

e LPA+DDP 4HAH Hds

F2 AELEBEAREERERIE

HiHE (%)
A5

Gy/G, S G/M

POpi::| 60.9 25.4 13.7

DDP 4 74.5 18.6 6.9

LPA 4 50.4 29.8 19.8
NS398 #H 67.2 227 10.1
LPA+DDP #H 58.8 30.9 103
NS398+LPA+DDP 41 82.3 12.8 4.9

# 3 LPA 1 NS398 bl & FAxt 3A0 A COX-2 Rk

MR L IR AR
e HEE A
pogiEcl 0.12 £0.06
LPA10 p mol/L 0.14 £ 0.08
LPA20 p. mol/L 0.19 + 0.09
LPA40 p. mol/L 0.56 £0.12"
NS398 44 0.08 £0.03
NS398+LPA 24 0.12+0.07"

*P<0.05, 5%} LA He A ; *P<0.05,5 LPA40 w mol/L 4 H






