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5 £ %3 BP &9 SKOV3 4fa/KiBEEH S
o0 PNRTEE A

mEE A F o aE-A

MR %

WL RZEEE B b B 5 —BEBeia®t, B 310009; ! #iyL KB % Be ia = FHE B, HiM 310006)

HE  EAESEXk. BGRPiEART-PCREARIMLHT 7 £ 5% SKOV3 e KiBE R G
5 (AQPS) £ At Hra A L AdE . 4R B FIR44REIE I, SKOV3 @ AQPS . L3 #=f8.4% NF-xB p65
VAR JioAZ IxBo &K 3)i& %1 Y (P=0.001, 0.000, 0.000, 0.000); 10 pg/ml 445 SKOV3 @ftinH
6~12 h, AQP5. JEEA=feAz NF-xB p65 vA B e K IkBa & A3 80 R.38 huiki{f 24 h /& &R F &%)
1&AE, 23 £ 72 h /5 (P=0.000, 0.000, 0.000, 0.000, 0.000). [ & 4% 4k F B -F FLEf#] PDTC RE ¥
Jo AER BT EE K, AQPS A XA mRNA £ ¥i&#1 & Y (P=0.000, 0.000); /i 445t 4m it 49 4) & 5 AQPS
£ i A K (r=—0.598; P=0.009), PDTC »t4m .47 4] % 5 AQPS # mRNA £ % 48 % (r=—0.983, —0.905;
P=0.000, 0.000). AQP5 £ X5 NF-kB p65 #= IxBow £ iE 48 % (r=0.894, 0.857; P=0.000, 0.000 ). %
7 AQP5 5 SKOV3 A KA £, W44 T AQPS & ik, Hid42 7T 4% NF-xB 4%, A AQPS &%

IR ARG Y B AR T —R b sk,
eSS40

FEANMH T P R B EE R
i Hh L, LY TE 3 40 P 58 S K 5 B sk s i
iZ. JKifiE 2 H(aquaporins, AQPs) & — IS4 F itk 5
17K IS RE R B, B AT B AGE I R IA 8 S5 40
i R AR N ML R 3, FTRERCA U VRIT I
B E AR, Bl R IR IR S 40 AQPS ik B B
b, {H R 5B A KOIRE S AQPS Z AR R, B
K AQP5 B2 EFIRERCHIAIT FISE HARMANE . I
B2 5P SR ALTT B — 2R 254, ASBIFUE ik B e e A
NF-xBA4F 5P BT b2 — B AR E I F R £ (PDTC)
X 5R E9% SKOV3 4l AQPS. NF-kB p65 K HAl
F IxkBa RIA MW, HT AQPS 7E BF 3% 4 VA T
R B AT BE VA R IR HLEL

1 MRI5A%
1.1 ‘RpaEEEsF

5§98 SKOV3 4l Ak 3£ B £ H ATCC 40>,
AR = RIE. SKOV3 ML 15% a4 ML
PRMI-1640 #{H, 37 'C. 5% CO, ¥z E
K. FRBEMIERN SKOV3 414 KimmiZE. B
X E A KA B9 S35 40 fa bk SKOV3 il Rk 1 104/~ 41 i
B, HRT 96 FLEEFERF, % 3 NPT, LRI

SR EIE; AEIEE A 5; NF-B; B4

43 AIONAS [RIA B R A B[R] I A0 PDTC, B4R
M E R EE Agpo XTHEZH: IEH RPMI-1640 B335
B, M3 MHTABNENRESER, EE 3 KEK.
P =(1- LB Ay XA Aly)x 100 %.
1.2 EHRE=SE

KAE B FENAEE: KT EUE KR SKOV3 4
PRI ER 1x10° /M40 B, HeFh T 50 ml B30 A, 4
15 A [ o BE AN A B (8] 95080 B PDTC R 8 eI
M, REUGAEA, R KMZE R RRBU™ 1%
HENE-PER Nuclear and Cytoplasmic Extraction Reagents
(G Pierce A F]) U HEAT. B S50 pg B AT TH
K B, RESH5FEHAQPS (111 000).
HL NF-xB p65 (1 : 1 000). RHiIxBa (1 : 1 000)
FIZEHL B- WishEFEAQ ©500) 4 Citd, 1:5 000 B
REFF LK —PIER 1 h FER. F%HE Bio-Rad 2
] #J Quantity One 43 #1845 B 4w 17T K 4
T, M BRI WIKEMES B- Nah&E B K EHELEE
SH MR B R BARX RIA &, 40tk E BN RS

W B 83: 2008-05-12  E:5%2 H #: 2008-07-16
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BEHENFFREEERR.
1.3 mRNA JI|E
¥ F RT-PCR ¥%: F Trizol i&7(Bio Basic Inc 2
A5k, R4S mRNA, BUS pg & RNA AT
TSR (R B L9997 B R S BEM-MuLV, Ferments 24
7l), AR 40 pl. PCR 1% AQPS /] cDNA,
FHULB-NMEhEBENANSE. 519754 (DAQPS
#3144 5-CTTCCTCAAGGCCGTGTTC-3', T ifff
51414 5'-GCTGGAAGGTCAGAATCAGC-3', PCR/*
173 398 bp. PCR RN 4:fH: 95 'C 30 s, 62 C45 s,
72 °C 50 s, ¥4 35 MEIF.(2)B- WshE R LiF5 19
>4 5-GTGGGGCGCCCCAGGCACCA-3', T3 |45
CTCCTTAATGTCACGCACGATTTC-3', PCR =¥
534 bp. PCR RN 4kfH: 95 °C 305,59 C 405,72 C
45 s, 18 23 MEFR . PCR P2 2% B R HEEER &
145, Kodak EDAS290/34% 7 ZE (Flik 2 8] #%%, M
SR — DNA & IR, 758 AQPS 5 B- HlshE A
KL {E/E S AQPS mRNA HIMXI&. AQPS K B- Al
SHEAS Y LA TEY TESARSER A E
%, TaKaRa Tag™ W B KIEFAY TEARAF.
1.4 FitZEFHE
R F SPSS 11.5 vt AR B AT G vt %43
BT, B U xes RoR. HEBORISE LLBCR F ONE
Way-ANOVA 4.

1 2 3 4 5
oy Gueanl p65 ¥
A GNP SNug) et Spemee  |KBofZ
e m— . sy o AQPS
) O sy e e 65K
QU P W s e IxBodf
S GRS G wem e (-5 5 5

E1 AREREIRAS SKOV3 MRS 24 h |5 AQP5. NF-
«B p65 F0 IxBo. B9 B R e f& ENTE 45 47
1: 0 pg/ml; 2: 2.5 pg/ml; 3: 5 pg/ml; 4: 10 pg/ml; 5: 20 pug/ml.

2 H#R
2.1 Jiga* SKOV3 40 a4 DIl A A B 3
AQP5. NF-xB p65 #1 IxBo i 5205

AN[ER FEIRAN(O ug/ml. 2.5 pg/ml. 5 pg/ml.
10 pg/ml. 20 pg/ml)5 SKOV3 4 Hi3E 5% 24 h, BEE
JCAREERG N, 41 A KA EIE A m (0% (3.0£0.85) %
(15.3121.02)%+(41.50+1.56)%(65.31+2.04)%],
P=0.000; 10 pug/ml JIi415 SKOV3 4% 5%, bEEH
YEFAIHEZEHK(O hy 6 hy 12 h. 24 h. 48 h. 72 h),
40 i A KA T (0% (1.0840.71)% (5.380.96)%
(22.58+1.69)%(46.24+2.07)%+(60.18+2.96)% .
(60.18+2.96)%], P=0.000.

EHHRASHEER, ARKENESS
SKOV3 4l ffilif & 24 h, FEE I8 N, SKOV3
Z0ffl AQPS ik B E #iis/>(P=0.001), 41 M3 A4 g
1 NF-xB p65 UL 41 i #% IxBo R ik B35 & i />
(P=0.000, 0.000, 0.000). WK 1f%E 1.

10 pg/ml Ji4H -5 SKOV3 41 fg 5 6~12 h, AQPS.
0 0 3¢ F1 40 A% NF-xB p65 UL 41 fii ¥ IxBo ik
B B8 N IR E(E, 24 h 5 2UR T BEBEAE, F4ERr
% 72 h J5(P=0.000, 0.000, 0.000, 0.000); T4 KL%
IxkBoURI RIS H AN A, BEEEI/EF i IR ZE 4, IxBa
FIEZE B W (P=0.000), WE2 K2,

1 2 3 4 5 6
e S w— s gy P05 %

QP PP WIS e o — IKB(X*?(
el A . wow on woee AQPS
Y N Wy W wear s POSH
Co W Gl o= ew = [KBoK

Wy o> S Gl wnap-Sup- -3 EH

2 10 pg/ml AR5 SKOV3 i 58 85/ AQP5. NF-

kB p65 #0 IxBa ME SR REENES T
1: 0h; 2: 6 h; 3: 12 h; 4: 24 h; 5: 48 h; 6: 72 h.

#1 AREREMES SKOV3 41 AQP5. NF-xB p65 #1 IxBow F2i& B B0 (x £5)

ML (pug/ml) AQP5 p65 2 IxBo. ¥ P65 ¥ IxBa #%
0 0.57+0.05 2.36£0.13 1.88+0.09 2.3320.19 1.7220.21
2.5 0.49+0.05 2.19:0.18 2.15:0.14 1.92+0.12 1.60+0.33
5 0.36+0.04 1.4520.15 1.56+0.26 1.1840.07 1.03+0.09
10 0.24+0.01 1.030.09 0.39£0.05 0.5420.04 0.81:0.08
20 0.27+0.04* 0.75+0.05* 0.78+0.03* 0.31+0.02% 0.39+£0.02%

*P=0.000.
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2.2 EZREFEEF PDTC 3 SKOV3 44
1. AQP5 EEHRFI mRNA K FE L HIF M
BEE PDTC RIS &« ERIBTIRIZE K, % SKOV3
9 A A BB =, ELE B IR KRR AR A,
P=0.000, 0.000, J.%& 3 f% 4.
B BEE PDTC {EFHMREEIS N, YERI R ZEK, SKOV3
4i il AQPS ik & mRNA ¥ZE#iR/>, BAEFEK
K # 1, P=0.000, 0.000. HL.EE 3~ 6, %5 F1
x6.

2.3 AQP5 5 SKOV3 {4 4. NF-xB p65 F0
IxBo HItHX X R

Person #2434 7~ EAXT SKOV 3 41 i A= KAl
HEE AQP5 Rik £ A KK R (r=—-0.598; P=0.009);
PDTC % SKOV3 40 fii A= K % 5 AQP5 Kik £ fitf
K% F(r=—0.983, P=0.000).

SKOV3 41l il AQP5 Fik 5 41l i 3¢ NF-xB p65 Hl
IxkBow & B & 1 IF #1565 55 & (r=0.894, 0.857; P=0.000,
0.000) .

2 10 pg/mi AT SKOV3 418 AQP5. NF-xB p65 #1 IxBo 3=k B F NI (X £s)

o4 AQP5 p6s ¥ IxBa 3 p65 #% IxBa #%
Oh 0.5910.08 3.6210.37 2.00+0.31 4.76+0.51 4.2910.53
6h 1.93+0.17 5.91+0.33 3.33+0.33 4.84+0.37 3.77+0.48
12h 2.34+0.29 5.49+0.44 2.11+0.36 4.90+0.40 2.30+0.29
24 h 0.33+0.05 0.26£0.13 0.67+0.18 1.29+0.16 2.0120.21
48 h 0.41+0.06 0.19+0.04 0.7410.13 0.95:0.15 0.94:+0.08
72 h 0.43+0.03* 0.14+0.02* 0.57+0.12%* 1.1420.18* 2.11+0.16*
*P=0.000.

%3 1 mmolV/L PDTC %t SKOV3 £HE4E HHIHIZR BB (ks

%4 TEKRE PDTC % SKOV3 R4 135 SR A RN (X s)

TERME(h) A EEs) 70 a3 B (%) KW (mmol/L) A MH(rxs) o 4045 2 (%)
0 0.091+0.006 0 0 0.085+0.004 0
12 0.083+0.004 8.29+2.21 0.1 0.072+0.005 15.27£2.35
24 0.052+0.002 42.42+4.37 1 0.051+0.002 40.00+3.35
48 ©0.021x0.001 75.83£5.86* 10 0.013+0.001 84.7316.71*
*P=0.000. *P=0.000.
1 2 3 4 ! ? ’ *
e m— % == AQPS
TS EImEIEr TS AQPS5

O omun Wmm e PUHES

3 FREEREPDTC 5 SKOV3 RS & 24 h J5 AQPS &)
ERRREENFESR
1: 0 mmol/L; 2: 0.1 mmol/L; 3: 1 mmol/L; 4: 10 mmol/L.

bp M 4 3 2 |

600 B i o
500 B-WzhEE
400 AQP5

300

4 F[REIKEPDTC 5 SKOV3 485 24 h [5 AQPS
mRNA 4 RT-PCR =4 Bk 45 R
M: marker; 1: 0 mmol/L; 2: 0.1 mmol/L; 3: 1 mmol/L; 4: 10 mmol/L.

E5 1mmol/L PDTC 5 SKOV3 4R &5 AQP5 HIER
BEREENES
1: 0h; 2: 12 h; 3: 24 h; 4: 48 h

bp M4 3 2 1
600 Bl A
500

400 AQP3

300

6 1 mmoVL PDTC 5 SKOV3 4Aft;E B & AQP5 mRNA
# RT-PCR =) k& R
M: marker; 1: 0 h; 2: 12 h; 3: 24 h; 4: 48 h
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#5 AFELKEPDTC 5SKOV3 {IMGE S 24 h /5 AQP5 &

%6 1 mmol/L PDTC 5 SKOV3 4R & /5 AQP5 £E A

E AR mRNA KE_ER R (rts) A1 mRNA 7K L B9 EEE (rs)
PDTC (mmol/L) HHHKF mRNA KF i ERRKFE mRNA KF
0 0.5820.04 0.960.08 Oh 0.690.07 0.920.09
0.1 0.490.02 0.89x0.08 12h 0.51£0.03 0.760.07
1 0.4410.03 0.4240.05 24 h 0.100.01 0.50£0.04
10 0.25£0.02* 0.300.04* 48 h 0.0420.02* 0.2120.03*
*P=0.000. *P=0.000.
3 it FHINF-«B &AL 24, B Rl M A e Sk

IR FLR I AQPs TEMEAK .. RIBME
BRRESEPAEEEEER, EdWHisEs
AQPs F R KA A I 23 b 5 TR, b B i va
TIRAE T — MY BBE A 7 £ 158, Xiang BN
AQP1 HJFHI Bl F Z B MR IR T far 98 s A 2 /N B,
RILFEM M AQP1 KA B B PR, M mi R A
83.9%. Nicchia 26 Fl RNA T AR & B i 2 7Y
KR40 L AQP4 FEFIFRIA, KL AQPA RIAEEET
e, MMAEKZHR. AGRER, BEENNEREH
hn. YEFREZEK, SKOV3 40 A=K 2 3%], AQP5
RIE MBI D, AQPSRIE 5 IEIXT SKOV3 41 fi 4
KMHEZHBHHMERKR, IRTAQPS KRS
SKOV3 41 i A KRAEF %

AR K IR 10 pg/ml 415 SKOV3 4 i &
6~12 h J5, AQP5 & S BI Iik&(E, 24~48 h J5 2R
TERZEEA. RN T SKOV3 4 i AQP5 i)
R R 2, WX T He 5 AQPS RiAM AT 7
xR, AAYER B3, SKOV3 4 A B E 1545, M
FERE K& BT TR PIR, 1B A 240 B 3 BEv i
L AQPs HH E 4 M, FE AQPS ¥ 3% Bl .
REE A AE A I TR SE K, 40 A (BN R 45457, Dhfe
TEZH, AQPS RILE SR T,

X AQP5 RiXFHE I AIRE R D>, AH¥ELE
AQPS5 BRI BEHE b4k B NF-xB 3 3)/7 51, Towne
O R B TNFo 7] LU T 5 TNFou 5245 1 4557
& NF-xB T At - 57 48 it AQP5 F1 mRNA )R IE.
PDTC #& NF-kB e P BEWT R, FERF R @ E AN

YIESIEYE, Wb IxBo PEAR, #1] IxBa 5 NF-xB fi# 55,
/> NF-«B B AL ATl 4 NF-xBig{L; HAMEEH
FEE4, B0 NF-xB ) DNA £87E M0, RFRK
DIBEAE PDTC W E & . fEF B AIEK, SKOV3 41
il AQP5 ik & mRNA 7K 3% #i AR, %t SKOV3
20 Ffa A A HI ) ok B e, A T B R T AR
&5 SAIE B PHWTNF-xB 1] H 90 H| AQPS Rk F K R #4
3K, &7~ NF-kB B] LLi#% SKOV3 4l /il AQPS ik,
IS T AQPS A HIMLHIAS B, AR5 Bt
FEFH] NF-xB p65 M1 IxBo Fi&HIRIRT, tEE T iH AQPS
Rik, PE TR REEEL, 55, AQPS Rik 5%
NF-«B p65 1 IkBo £ ZIEAHX KR ERIER
JIi4 T i SKOV3 41 il AQPS %15 5 NF-«B A 3¢, Hid
FERT et 2 %2 NF-xB A, Mt — PR RAESE .
25 LBTR, AQPS Rik 5 SKOV3 4 KARAH
K, WE T A AQPS, Hid FER §85% NF-«B #%. i
5 849 40 i AQPS AL, A FT RESIHIIET A 1K, D AQPS
FCA B B VAT ROEE B ARERHE T — e M ES 2.
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Cisplatin on the Effect of Aquaporin 5 Protein Expression of
SKOV3 and Its Regulation

Jian-Hua Yang, Wei Zheng, Yi-Fu Shi'*, Xue-Jun Chen
(Department of Gynecology, Second Affilated Hospital, Zhejiang University School of Medcine, Hangzhou 310006, China;
'"Women’s Hospital, Zhejiang University School of Medicine, Hangzhou 310006, China)

Abstract To investigate cisplatin on effect of aquaporin 5 (AQP5) expression of SKOV3 and regulation of
PDTC that is NF-xB inhibitor by MTT, Western blot and RT-PCR. Following the concentration of cisplatin increasing,
the expression of AQPS5 protein (P=0.001) as well as NF-xB p65 in cytoplasm and karyon and IxkBa in karyon,
P=0.000, 0.000, 0.000, in SKOV3 incubated with cisplatin 24 h decrease. After SKOV3 incubated with 10 pg/ml
cisplatin 6 h to 12 h, the protein expression of AQPS5, NF-xB p65 in cytoplasm and karyon and IkBe in cytoplasm
increase rapidly, but decrease suddenly at 24 h, remain the lower level until 72 h (P=0.000, 0.000, 0.000, 0.000).
The more concentration and longer incubated time of PDTC, the more decreasing of AQP5 and mRNA (£=0.000,
0.000). There is a negative correlation between AQPS protein and the inhibiting rate of SKOV3 induced by cisplatin
(r=—0.598, 0.009), and a negative correlation between the inhibiting rate induced by PDTC and AQP5 (r=—0.983,
P=0.000) as well as AQP5 mRNA (r=-0.905, P=0.000), and a positive correlation between AQP5 expression and
NF-«kB p65 as well as IxkBa (7=0.894, 0.857; P=0.000, 0.000). These results suggest that AQPS is related to SKOV3
cells proliferation and cisplatin may reduce AQPS expression, which may involved in NF-xB gene regulation. AQP5
will be potential target for chemotherapy of ovarian carcinoma.

Key words ovarian carcinoma; aquaporin 5; NF-xB; cisplatin
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