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[ Abstract )

SKOV-3 cell migration and the intervention role of cisplatin on it ;to preliminary explore the mechanisms of DDP

Objective  To study the effect of exogenous human interleukin -8 on human ovarian cancer
inhibiting cell migration. Methods SKOV-3 cells were treated with DDP. Optimal concentration and effect time of
DDP was determined with MTT assay . Transwell assay were used to study the intervention effect of DDP . Western blot
assay was applied to detect NF -kB protein expression levels. Results MTT assay : compared with the control group ,
the best concentration of DDP which had a significant inhibitory effect on cell proliferation was 100 wg/ml( P <
0.05). The concentration of DDP in the range of 200 pg/ml to 400 pg/ml also had the intervention effect ,but cell
growth inhibition rate between these groups showed no significant difference (P >0.05). DDP (100 pg/ml) were
treated on SKOV-3 cells 24 h,48 h,72 h respectively, the inhibition rate of different times showed no significant
difference (P >0. 05 ) . The migratory ability of cells SKOV -3 was increased when IL-8 (100 ng/L) was added in. DDP
(100 pg/ml) inhibited IL-8 induced SKOV-3 cell migration,and as the concentration increased the number of cell
migration was reduced from 241. 67 to 155.99 (P <0.05). Cells dealed with DDP , which NF-«kB protein expression
level were reduced significantly (64.04 +4.6 ). Conclusion IL-8 can promote the migration of human ovarian
cancer cells SKOV-3. DDP can inhibit the migration ,and this process probably depends on the activating of the NF -
kB pathway.
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1. #PAL RPMI-1640 ¥53R5E KA 17 (35 = KA
YIEARBEFERT) |, e 1l (38 = KAV RS AT )
P HL A0 MEAK (SKOV-3 g Bt gl 3k ) | A 5 (V195
SERRZGL) , 2R (95 CST /A ] ) |, Transwell /)y
%S (32 Corning 2N F]) , DU FEAH (e R (MTT) | #1240
A IL-8, %t BT A NF-kB pl00/p52 Antibody , B-action
pAb  IL-8 K37 & , BCIP/ NBT B PR 1% i i {032
# & . PMSF SDS-PAGE #Ee e il 3057 & . Western J¢ TP
YNt S (28 KA ARG

2. MTT AT BB % SKOV -3 21 i Fit) 184 5 175 140«
Fe IR SKOV-3 4l ik, HH805, L1 x 10* 4~/4L
AT 96 FLHR T, 48 h JE 4L A & 80% AT, INA
ASTRIHe B f T%A (3. 125 .6.25 ,12.5 .25 .50, 100,200 .
400 wg/ml) ,24 h 48 h 72 h JFEAFLINA 100 wl () MTT
(1 mg/ml), 37 CAZHEFE 3 h, 7 LEREAL, MA
100 pl DMSO, F#EPE E4E 10 min, BEFRYL @ (9K
490 nm) , DGR EE(E D490 , 343 B AR SKOV3
YU AGIIEI R, HHR = 1 - (25941 D490 - 25 (41
D490) x 100% , id1t SC 55 S uF A X SKOV-3 4 it %)
VEFI B DT Ay Je 65 1) I 36 19 56 e Ak v B A
A fa]

3. Transwell 7IN%E 5256 K6 I 41 A i #5155 00 . BAR DT
2 B Transwell UL B iE47, TP n A IL-8
(100 ng/ml) , ¥ SKOV3 A2 EZLF T L%, WH
12 h J5, BAKJ5 5 08 Transwell Ui BHEAT, TEH
JIAIL-8 (100 ng/ml) , ¥ SKOV3 4 il B #%Fp F I
%, WE 12 h 5, [ Transwell /NEFEHFIMAZTA
] He FBE A I 4A (50, 100,200 we/ml) ) RPMI-1640
(10% FBS) H5F7HE KA (X B (R IMAE) 5 11-8
IFF 24 h iR R R 24 h, BCE 4 H oA HIMA
BT 50 pg/ml, B AHMAMIEH 100 wg/ml, C ZH 1A
51200 pg/ml, T BELLAS IS, B b=, AR
PELGAL D240, PBS PRI 3 1K, 4% 25 H &

B 10 min J5 ARG (4 15 min, PBS FEE 3 K, 1
BT 200 AL R R EMAL N R AN, i
05 APLEPAH MLY%, g A 3 IR,

4. ELISA VRN 11-8 5 & . WiC A X B 4 1 SK-
OV-3 4, LA 100 ml/L /A= 135 A9 RPMI-1640 555
W R ANMIBCH 5 x 10" /ml, 23 51400 T 6 FLANM3E 55
#2,5 ml/ AL, SRJE AR (L 431 R 6. 25 12.5 .
25.50 1100 pe/ml) , [FIBFEAN N2 A 25 o0 BEFL, 4
LT 37 °C 5% CO, BiFeAih e & 48 h J5 43 i B 4n il
B3 F1E4& 3 ml, B0 1500 /min x 10 min, B |7
2 mlPEA AR R F TL-8 FRAGIN ARG 32k A 442 15
BRAEURH AT AT, AR AR I A 3 Wk, RS
523 G HBCEYE, T AR E &b A R it 42 8
RENEEAS BT 45 OD {8 AR 95 47 o ih 26 A $8 40 17 19 TL-8
W,

5. Western blot 341 NF-kB 2 FFiEKF .0 H
A.B.C.D.E F 7541 A28 FIXF IR R T &
BAL N OA 40 M F 3 100 we/L. B. LA 4A W B
6.25 we/mliA 96 FLANAEIEFEMR Y, AbFRAH AL 24 h )5
Wt BiE . C: LUBEAMERE 12.5 pe/ml filA 96 FLANN
Rigit  AbHAAE 24 h S UAE LW L D LUBEA MR
25 pe/mlfA 96 FLANMERE TRt AL FRAH AR 24 h S5 Uk
£ FiE . B DUBEAYEE 50 pwe/ml A 96 FLARMI LS 55
M, Ab BRI 24 h JE SR B B DU VR B
100 pg/mlfA 96 FLANAEIG St , A FRZAME 24 h 5
W B TERES wE 5 IR FI AR 5 5 x Loading buff-
er R4, T 100 C&H S min, 12 000 r/m &> 5 min, B
20 wl FESh FIESEINFE, H A AT Marker,, HLIK
JE % A PVDF i b SR REAE S BT PVDF B, 78 I
1= & T H TBST BLiil 1Y 5% M Ng W5 ¥ s W b 34141 2 h,
¥ PVDF JEEFH % 5% [ B W34 (%) TBST —Hi i B,
4 CUKFFE LR B — DU a5 MR T %A TBST
AL R RFESN, 10 min x 3 YK ; 2R 545 B &t 1]
THIE 5% WRs Wy iy TBST Fike —iin e b, 37 C
2 hy BFREE TG TBST VW 0TI P 35 K5 50
10 min x3 K, @, %88 BCIP/NBT I i 2 i
BAAKH EEREFMIEIT B A, Quantity One 3K {415
AT AT IR EE 53 HT

6. it R SPSS 16. 0 ¥ k4T84
O3HT, SEREE AR £ AR 22 (x +5) Fom , AL 5K
FER B 22 07 2293 #1 (One-Way ANOVA) (1 7 L A%
JH LSD 5%, Dunnett T3 %) , A1 PEKG 56 Pearson AH5&
ST, P<0.05 AEFAGTIFE L,
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FH R T 3045030 e E L HE 53 B[] X6 AR SI2 563 )
SR, FATTH MTT A0 1 IBAAALEE SKOV-3 4l 24,
48,72 h JE AN AE GO, 5 R 1 FR, SXT gL
ARG, TEATE 200 ~400 wg/ml HeBE X Al P, X 4 i £
KIMHRTGE 2222 57 (P >0.05) , T 100 pwg/ml
XA IG FEAT W MHIVERI (P <0.05) . PRI, A SCik
HUBEAHR B A 100 pe/ml, BEBUZHR EEIREIE T SK-
OV-3 4iffuf5 24,48 ,72 h SXTHRAAHLL, P <0.05,48,
72 h HTG 225, AT HEBR )X T AR SE 06 i s il

2. 1L-8 XF SKOV-3 i FE A FH %) 5 ) R I %
IL-8 fi& SKOV-3 LT AL A I T : Transwell /N5 5%
ek R 2,3 FiR, N Bk g R rf LIE L, C 46
IZERSX A A, P <0.05, il C 41 5% B4 >
)22 5 A G iA e X, A 53R, P >0. 05,
ZRTHIT R L, W SRR, &k A
i oY B SKOV-3 AR BIVER | %A FHRE % v i
PR HE ITT NG .

3. X SKOV-3 A 53 W5 TL-8 B SEM . 4NK 1
FIE7R 25 EF BREEL LA I AR [l B2 A IREA X SKOV-3
YA 53U TL-8 S0 AN A S | A 41 2 0] LE R T e it 27 22
F(P>0.05), %54 Transwell /NZ S gE— A 1001 |
NIRRT T B0 S g SKOV-3 2 43 TL-8 TCF2 M, 4
AT LA TL-8 75 1) B9 198 40 A 9 3 %, DXL R T4 4
FHT R SEIEARM , AN 7= A2 X6 X s 4 e A 5 1Y) 1L
8, R A AT LA W e g 200 B A A5

Rz 1 BEAXT SKOV-3 FHAES 6 TL-8 (IR (ng/L,x 5,0 =9)

MR v B IL-8 & it
100 pg/ml 231.8 £5.2
50 pg/ml 239.8 +6.2
25 pg/ml 233.4+7.6
12.5 pg/ml 231.2+5.8
6.25 pg/ml 229.9 +6. 1
0 232.5 6.5

4. JFEXT NF-kB 2 287K 520 . &l 4 fr
71, A A TR) e 5 I 460 R 38 2 B O, 45 % 1 x BR A AR
L, NF-kB 8 FIZRB KRR, 2R A G2 E (P <
0.05) , B4R AT LI NF-kB 2K 1 £ 357KF , R
NG AT B 3 S NF-kB 3 6 i ) B §L988 SKOV-
3 HHLIEAS KIAH

W’
P EEAET A T Lo M A 5B R 58— G A

FEE AL, AT, FZEr g iR P (PR A Ak
J7) Y I BRI SRR T B, (H TR H 4 2 A 4 3 )

SEANATREGLIY Bl A MR T ) G R T MR A
PREITE R TR AT BT GGG T i EH %
HNTE, TR S/ N R A i b, SELR 5, 4 v AR A RN
AAE RS T T RO MR LR, i T 2 4E
K B ) — TR BB T Tk . Ferh LA M Ry
TG ES TR SR VR R i g AT AL,
U, FRE NSRG40 B R R SR e A
BURYT e R AR A

JGEER Fy %10 4 I 45 4k W), BB DNA 45 &, 3K
DNA XUHE[E] 2B , AT 10 40 A 22 5 4 5 3858, ol —
P i AR RE SR 25, v R s i 1T,
H RTOP SR P — AT 258 . ARSGE T MTT %
i A O B DAHEBR BV FH B [RD 6 F AR S 56 i)
S, HETE & IR A BT R E A4S H AR
W TNF-o TL-6  11L-8 45 21 ifd P57 Fn Ak PR 7 mT A 2 20
Ji A=A 2 AR A PR T, e R A AR K S5
R B, ARSI Transwell SEGHIFSE T 4k
PRI TL-8 1T LA #F B HL98 SKOV-3 4 Jifd i) i Fo 1
FH TSR 5, %A 35 10 20 i 5 B S ok /0
VRN EL A 3 SKOV-3 4 i 3T # I 4E . ELISA
gL, EA Xt T U0 B SKOV-3 4 g 433 1L-8 TG
S B R LA TL-8 5 A BR S J3 A i AY 1E 5%
BUITEAYE T B0 2588 40, AS 7= A o 1 b 738 41 e
A FEI TL-8 , [RIA ] LAl A Ao 20 M A 2 75

PRESE DY I A5 I i 4 M F1 9 A PR - 170 9 2L A= 3
JIE . H ISR SORE 7E R (0 & AE kS bl 2 &2
KEBMME , RAETE & I AL ol ge 4 & A~ &
BT 1 5, IR 20 U BT 1) 9 i 40 B A 0 M AR
5 (ROS) FITE PR A (NOS ) , 4l DNA 543 5 H:
YR, JRAEAM AR A i) A0 i PR Bk Tk PR 7 25 g ik T 4
LR FE A, A A4 P PR 34 B 0 43k, DA T 40 i 4
M T

UTAEBEFE s R B R R O S8 W 2 e S DR T4
HFigte, NF-kB 256088 400 431k 38 58 161k,
F5 5050 S0 0 H 0 A= R R 3 DL R HL AR B An i o T AR
FH L FEVE 22 90 E B 0 40 B R 7 090 385005 ok A rp i A 0
PER™

1L-8 (515 2232 16 8 11 (AP-1) Hil NF-«B 1
¥, ERES PR G B AEEKAZ K CXCR1 Fl CXCR2
GG RIEEYSER

UTAERFFE R W | 7 20 Rk B g 41 20 b i B 1,
SN VRN EANGIR N ST RN R eR o) el
2 TL-8 A A s ek, A IS e A0 10 A g A
K R Bk B UIAHOC, A OGSOk B W . B R
PR BT ARG TL-8 A FIEH W35 & T 1F
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W IL-8 YE MR AN A /- AE R FiAS H S
OB AR T IR AR

VA I IL-8 MRS A A . RAEHF
U TNF-o JEZHHYIREE L NF-«B 558, 15 S 118
ik, FAh  MAPK 5 S35 1.8 LB IIA X,
p38MAPK \ERK1/2 B 2 fb. 7K -2k 4% J5 38 4 98 777 1L-8
mRNA FRAEE """ | ELA I B Ao Rg 4 M 1 SRS A T
ARSI Western blot 878 T A AT BEIE L 0% NF-
wB 38 T 1 BR SE SKOV-3 4IRS K85 .

A FE GRS 7 Y A R A RS 2 £
TR TR TR, e S0l 2 B SR8 5 oA PR X, 47
PP, R B 22 Ay G S 11 0 e e 00 e o ol A AT 1)
Ao DA BTRY TR S UR P SURIR YT YOG
S I 80 DA S e b RSB A SRR 1L-8 A A 4 B
SURAN BT AR R SRR AT 1L-8 1Y
A= LA 52, PRI LA FH T B9 SR 90 10 1 T % B
PIVE AR e 4, Sl AS S S AT A3 S AT TR T 1L-8
i — L IAR, R 4R BT IR YT 7R B LR 1 25 5 A
s BRI, DA i B 5398 B8 10 #7132 Hh A
W R FRATAE TR B0 IR YT B 18 B R — A
ST
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