WREATILER®

www.wjgnet.com

(59

HRIEL N HBHZYE 20065E1328H; 14(3): 256-260
ISSN 1009-3079 CN 14-1260/R

L #h#F 52 BASIC RESEARCH
Ss-A/Ro #Z%E R 60 ku I B (i 7+ B & % 20T 25 P V1 H

BEM, T A, ®ER, 5, BRE FRE, KEH, 29

i Z x4

W R % 2
wHEEYRT
T AL T 8 2OR,
ERFHMNA S
2t 2h 8 Ak 5 AL
HALA A, 4245 R
Al A AR I B
% Hwrsh AL
R It 2 AR %
%FRo 60#4T T
AR

SR, kAT, FELERTHBE =R LTF 100036

WG T B A BB ACIRAT L PT B 4 09 % T 710032

EF, 88, 1971-06-244%, (UFBESOKEN, NI, 2003FE
EEAZETE, TBMNEBRIAMANHR.

R B AAFAEFTYME, No. 30371623

ERFHBRERZEBGHRIART. dingjie@mmu.edu.cn
E81&: 029-83375230 {&E: 029-82539041
RS EEE: 20056-11-16  ESHHER: 2005-12-20

Function of Ss-A/Ro
ribonucleoprotein 60-ku
subunit in multidrug resistance
of gastric cancer

Quan-Li Han, Jie Ding, Long-Fang Zhang, Xin Wang,
Chang-Cun Guo, Tai-Dong Qiao, Xue-Yong Zhang,
Dai-Ming Fan

Quan-Li Han, Long-Fang Zhang, Department of Geratol-
ogy, General Hospital of Air Force of Chinese PLA, Beijing
100036, China

Jie Ding, Xin Wang, Chang-Cun Guo, Tai-Dong Qiao,
Xue-Yong Zhang, Dai-Ming Fan, Department of Gastro-
enterology, Xijing Hospital, the Fourth Military Medical
University, Xian 710032, Shaanxi Province, China
Supported by National Natural Science Foundation of
China, No. 30371623

Correspondence to: Dr. Jie Ding, Department of Gastro-
enterology, Xijing Hospital, the Fourth Military Medical
University, Xian 710032, Shaanxi Province,

China. dingjie@fmmu.edu.cn

Received: 2005-11-16  Accepted: 2005-12-20

Abstract

AIM: To investigate the possible function of
Ss-A/Ro ribonucleoprotein 60-ku subunit (Ro
60) in the multidrug resistance (MDR) of gastric
cancer cell line.

METHODS: The Ro 60 encoding gene was cloned
using reverse transcription polymerase chain re-
action (RT-PCR). DNA recombination technique
was used to construct Ro 60 sense eukaryotic
expression vector, and then the product was
transfected into SGC7901 cells by Lipofectami-
ne"*"2000. Drug susceptibility in the chemother-
apy was analyzed by MTT assay, and 1Cs, value
of gastric cancer cells to chemotherapy drugs
was calculated. The intracellular accumulation of

adriamycin in gastric cancer cells was measured
using fluorescence-activated cell sorting.

RESULTS: The expression level of Ro 60 in
SGC7901 was increased after transfection with
sense genes. In vitro drug sensitivity assay
showed that SGC7901 cells transfected with Ro
60 genes significantly decreased sensitivity to
vincristine (ICs,: 2.28 £ 0.11 mg/L vs 0.45 + 0.04,
0.65 £ 0.05 mg/L, P < 0.01), 5-fluorouracil (5-FU)
(ICs: 2.89 £ 0.14 mg/L vs 0.61 + 0.21, 0.90 + 0.11
mg/L, P <0.01), mitomycin (ICs,: 1.92 £ 0.03
mg/L vs 0.54 £ 0.03, 0.75 £ 0.21 mg/L, P < 0.01),
cisplatin (ICs,: 1.41 = 0.06 mg/L vs 0.45 + 0.03,
0.54 £0.03 mg/L, P <0.01) and adriamycin (ICs:
0.28 £0.03 mg/L vs 0.14 £ 0.01, 0.14 + 0.01 mg/L,
P < 0.01), when compared with SGC7901 and
SGC7901-pcDNA3.1 cells. The intracellular ac-
cumulation of adriamycin in the cells transfected
with Ro 60 gene was markedly decreased in
comparison with that in SGC7901 and SGC7901-
pcDNA3.1 cells (56.30 £ 2.49 mg/L vs 92.83 + 3.63,
87.38 £2.94 mg/L, P <0.01).

CONCLUSION: SGC7901 cells transfected with
Ro 60 sense genes show some competence of
MDR. Ro 60 may play a certain role in the MDR
of gastric cancer.
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LR R HE T Ro 60E LA B AR,
J2 R g AR Tk B K4 FASGCT901, Ro
60 A4 £k HAREEFSGCT901 28 it )& 3 & ik
SO 23 e ARSI 2 A BRI B 3 o L a
K AF . S-BakEw. 2R EE. .
I 2 0 R M IBK, SGCT7901 48 A ég 1C, 1A
(mg/L) 5 R4 4 tm o Fm 4 32 2 & 3K 20 JL AR
b, 2R AM(2.28+0.11 vs 0.454+0.04, 0.65
+0.05; 2.89+0.14 vs 0.61£0.21, 0.90+0.11;
1.9240.03 vs 0.54+0.03, 0.75+0.21; 1.41+
0.06 vs 0.4540.03, 0.5440.03; 0.28+0.03 vs
0.14£0.01, 0.1440.01; 34P<0.01), Zm A T
FEEREER Y (56.3012.49 mg/L vs 92.83
+3.63, 87.3842.94 mg/L, P<0.01).
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Gibco A .
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1.2.1 Ss-A/Ro# & B 60 kul 45 45 A K F 64 5%
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GAG AGG AGA AAG G 3" Fi5I%4: 5' GTG
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DR G RH LIS FELUK 23 B8, JF LADNAJK MG &
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DNAFEYFHAKRo 6070 [ £ H W% RIEH ik
pcDNA3.1/V5-His, Ro 60 1F [ £/ pcDNA3.1/
V5-His#AACMV & 3 11 T iiF. 3% IR Bk
Lipofectamine™ 200015 W15 1445 25 %, ¥5Ro
601F X £k AL pcDNA3.1/V5-Hissy 4
P NN EAE K R R B 4 S GCT7901, I
300 mg/L G 418X Je a4 B dhA7 i ik,
1.2.3 #FmAtRo 605 B A A agteml W
HRT-PCRIZA, KiilIRo 607F IF Jz SCHE R 55 e 4
Ji J 6t B4 R R R0, LLGAPDH N P 2 .
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(16 35 DR 2 4 40 it R Lo6F B AN M, 2 IR A L1072
FN96FLAR, B T4 15 FRA0 5 MRS 5% K
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IR AN i, 4% B AR FL8 00014l i B2 Bl N 64L
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1 PCRF=HDEVI0 o/ L FRASKERRMIEEIRER. 1: PCR™;
M: 100 bp DNAFRIIH).

5500 bp

1700 bp

M 1

2 Ro 60IE NFRIXFAFAVEBLDEELER. M: 100 bp DNA
FRIEHD; 1: pcDNA3.1-Ro 604Not 1 . Xba 1 Xfigh).

R 1 BSEMEXMLISZAEICE (mean + SD, mg/L)

VCR 5-FU MMC CCDP ADR
SGC7901 0.45 +0.04 0.61+0.21 0.54 +0.03 0.45 +0.03 0.14+0.01
SGC7901-pcDNA3.1 0.65 +0.05 0.90+0.11 0.75+0.21 0.54 +0.03 0.14+0.01
SGC7901-Ro 2.28+0.11° 2.89+0.14° 1.92 £0.03° 1.41 £0.06° 0.28+0.03°

°P<0.01 vs SGC7901, SGC7901-pcDNA3. 14H2.

GAPDH
8 225 bp

3 RPMIERo 60ERARIXBIHESRT-PCRIGMLZESR.
1: SGC7901-Ro(Ro 60); 2: SGC7901-pcDNA3.1(Ro 60);
3: SGC7901(Ro 60); M: 100 bp DNAKKILA; 4: SGC7901—
Ro(GAPDH); 5: SGC7901-pcDNA3.1(GAPDH); 6:
SGC7901(GAPDH).

® 2 EXBRRPBRAZROVAEROOTIIRNEREE

(mean = SD, mg/L)

ELA
SGC7901 92.83+3.63
SGC7901-pcDNA3. 1 87.38+£2.94
SGC7901-Ro 56.30 + 2.49"

°P<0.01 vs SGC7901, SGC7901-pcHia.

HATPCRY H(K 1), PCRIML HpUCm-T#;
IER: . HALIKZ AT, RIS T EALA
cDNAF B B THAE, HATEAEDNAJT S
MsE, KILT LSs-A/RoZEH60 kull HAfy g
LK c DN AP A1 56 4 — 3, A HDNAE A
FARMERo 60 NTH AR v B 42 TTAZ Kk ik
pcDNA3.1/V5-His, Fi it BRI 0] 5 AN i
(1E FRIBBAAIAT T %552 (K2).

2.2 Ro 601E 3L ik # ko 45 4 Kby Il IfRo

6011 1E LR IEH A FpcDNA3.1/V5-Hisil il fig
JEARA 39893 e G N oh A A 1 S i 4
HISGC7901, 4383 molfIG 4187k, k15 T4
SE RGBT AR I, 23 Pk o 44 SGCT7901-
Ro. SGC7901-pcDNA3.1.

2.3 - FmiiRo 605 B Ak ey W e &
RT-PCRAZA, #:0 TRo 607 1F S IE PRI %% YL 41
JOn At i Ik, 25 R, HSGCT790141
AN Je AT 25 B AR (M SGCT901 41 A Lb, #5 ety
IE XCEERIISGCT901 41 i H (TR0 6011 4 1A & Il
BT E(E3).

2.4 RSN AR R B IR0 607E 258541
HISGCT7901 Ik, AT BEAR 24 40 Jfa ) V CR.
MMC. 5-FU. CDDPHIADRRKNE, 5
SGC7901F1SGC7901-pcDNA3. 141 it il Lt,
P<0.01(£1).

2.5 2o fe M T B & AR abm) I i iAo )
45 R WoR, R SCE G, 5 SGCT790141 i
MISGC7901-pcDNA3. 141 i Lk, SGC7901-Ro
2 fi P9 75 AR IR B R 3 W RIS, S5 SGCT901 A
SGC7901-pcDNA3. 141 f A Lk ( P<0.01, 2).

3 11E

5 e 2 M 1) 22 24 2 P ot R R AT SR ) 3
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CUL RSB il th 2 5 T 15 9 41 i 2 21t
I R O TR AT R 41 fEMDR
(R AERL, FATTRH o R 22 7RPCREIA LA T
9 KA Bk 25 41 flESGC7901/V CR 5 2541
MISGCT7901 3 RIFIA 1 2 5, &5 kW], 52
ISGCT901 ML, Ro 607ETH 2541 fiSGC7901/
VCRW KR 8 Fi, g R8T 5
Northern blot[#JiF 5.

Ro 6072 M HI ATk B BEZH Y 1 L (MOLT-4)
Y I m RN AR 2 K DN A SCZE 3 Ik T e 15 31
U, ARo 603 R A7 T 58— 5 Y ik 131X,
A=K cDNAN1 890 bp, w5252 LR LI,
4y FHoh60 ku'". Ro 602 % Fl [ 5 G ME
Pl H S PR, HETRo 60/IZhfE— H AR
B BSRATIFRE W, Ro 607841 B LA K2 A
P RE B8 AR 28 A0 S HEUR, 0 40 i 1 bl 28 AR 2k IR
S RS IR 40 M A AR LA SR Y, kA —
FE, A0T7 2955 1 I 4 i ke it th 2 — Fh 3
ARG, BERTRATC4ESERo 607E H
S 2o b R IE, 8 4Ro 604K AT AT gL F
LA I8 40 P G 52 5 Ak T 7 24540 1T 5 350170 40 i o3k
Ve, B R0 60 7] REMR T 7 ik J8d 241 Jif 5
LEMDR (1R

T L IR v DR AR G, AR
£3 T Ro 6011 SCHEEDR e Je (1) 40 B, W H Y- HERT-
PCREZA, FI T Ro 607E 1 X I [R5 4L 4 i
X A i rp R R A, 45 TR W, SGCT901 41 %
PeRo 60 F A% KB B 5 IR0 60K B IE I, 1]
BRI T Ro 60K _FIISGCT790141
J. PRS2 45 LW, B R o 607E 256
MMSGCT01 KIS, 41X VCR, 5-FU,
MMC. CDDP & ADRIFHBUBNEI] B FEAE, £
Ro 607ESGC790140 3%k Ll J5SGCT901 %}
Z RS 250 AR T SR I 2k A
AR 45 LW, Ro 601E XHE R4 G 1) 41 i )i,
TLaN N BRI ADRYIE 9D, 7740 M4
ADRIFBE S35, Ro 601F SCHEPR 46 Y 1 41 fitg 4+
HEADRIVIBE Jy 3%, fHt37R, Ro 603 KI5
3 i A0 MR 24 3 2 5 2 0 A TR 9 TR B AR O

BT 245 4 48 N k2> Rl /5 2 ) A HERE 22 5 30T
0 i PN 2008 R D, A TR A R 24 A T
Bl 527, 2 i 25531 P-gp 1 DI RE sl 2K
i PN 250 HE 2R A, T A TR P 25 AR T
b, IR ALE L E BT 1, Ro 60FIP-gp [] () 5%
A UNTWE? A 14038, P-gp g ALt K mdr,
mdr 1 FE R (5 S P-gp o 20 ) i (R,
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