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Abstract: Objective  To study the expression of MAGEA9 gene in hepatocellular carcinoma (HCC) and
the effect of silencing of MAGEAY gene on the cell growth of Focus and PLC/PRF/5 this derived from
liver cancer. Methods Semi-quantitative RT-PCR was performed to detect the expression of MAGEA9 in
48 pairs of HCCs compared with adjacent non-cancerous livers (non-HCC). We also evaluated the ex-
pression of MAGEA9 gene in 14 normal human tissues and 17 HCC-derived cell lines by RT-PCR. The
cell growth curve was observed after silencing of MAGEA9 by siRNAs using CCK-8 reagent. Finally, we
constructed the shRNA expression vector pSUPER-shRNA-M9 for colony formation assay. Results
MAGEA9 was significantly up-regulated in 290% (14/48) HCC specimens at mRNA level compared with
non-HCCs. MAGEA9 gene was specifically expressed in testis, heart, spleen and kidney. Interestingly,
silencing of MAGEA9 gene in Focus and PLC/PRF/5 cells markedly inhibited cell growth with siRNA-
M9 as compared with the control cells transfected by siRNA-NC. In addition, the colony formation effi-
ciency was depressed by sShRNA-M9. Conclusion The expression of MAGEA9Y gene may be important for
the malignant growth of hepatocarcinoma cells. Moreover, it may play an important role in the hepato-
carcinogenesis. In further study, it may be used as a new marker or a potential therapeutic target for
HCC.
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siRNA/shRNA

Sequence

5-UUCUCCGAACGUGUCACGUATAT-3'
5-ACGUGACACGUUCGGAGAAdTAT-3'
5'-AAUUGAAGGUGGCUGAGUUGGITAT-3'
5-AACCAACUCAGCCACCUUCAAdTAT-3'

siRNA-NC

siRNA-M9

shRNA-NC

5-GATCCCC TTCTCCGAACGTGTCACGTTT ttcaagaga AAACGTGACACGTTCGGAGAA TTTTTGGAAA-3'

5-AGCTTTTCCAAAAA TTCTCCGAACGTGTCACGTTT tetettgaa AAACGTGACACGTTCGGAGAA GGG-3'

shRNA-M9

5'GATCCCC AATTGAAGGTGGCTGAGTTGGTT ttcaagaga AACCAACTCAGCCACCTTCAATT TTTTTGGAAA-3'

5'AGCTTTTCCAAAAA AATTGAAGGTGGCTGAGTTGGTT tetettgaa AACCAACTCAGCCACCTTCAATT GGG-3'
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Figure 1 Analysis of MAGEA9 in hepatocellular
carcinoma (HCC) and adjacent non-cancerous
liver (non-HCC) tissues by RT-PCR
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Figure 2 Analysis of MAGEAY in human
normal tissues by RT-PCR
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Figure 3  Analysis of MAGEA9 in HCC cell lines by RT-PCR
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Figure 4 Effects of silencing MAGEA9 on cell growth of HCC cell lines

>

Relative MAGEA9 mRNA

1.2 7

17 E

0.8 7
0.6
0.4
0.2 7

0 T ]
ShRNA-NC shRNA-M9

A

shRNA-NC
5 pSUPER-shRNA-M9 [ [ %5:3t PLC/PRF/5 20 il i 5= [E 74 B SC 06
Figure 5 Colony formation assay of PLC/PRF/5 after transfected by pSUPER-shRNA-M9

a

600
500
400
3007

H

— N
(=)
[ -}

I I

Number of Colonies

1

0 T
shRNA-NC shRNA-M9

shRNA-M9



FDEBRA AT 2010 TEEE 37 555 6 HA

* 651 -

MRS SRR TR 8 MAGEA9 L [H (1)
FEIRBEMEAE— AR L 10 ) 9 A e ) A L B
MAGEA9 JEH 0] fig & — A8 0 g e 36 L o nf
A7 2o P98 10 08 2 180 45y vl 2 3 J B2 AR R
U, T —2ETRATTRE T B AN LA L R 7R A
PR GE ) ELEEVE D IRER A 0 MAGEA9 JE [
() 5 2235 5 IR I A R AIE A SR . FRATTAH
fFR AW MAGEAY 76 /9 0 T g, A nl g
2 W & BB R B X S VA T 7 SR v 7 1 24
Y

S0k

(1] e BB M AL 45, B0 CT HUEEEN CSAGH Rk
XA A r R L 1. rh AR iR B 1f 2% 35, 2009, 16(2)
109-113.

[2] YT Chen, Scanlan MJ. A testicular antigen aberrantly ex-
pressed in human cancers detected by autologous screening[ J .
Proc Natl Acad Sci USA, 1997, 94 (5):1914-1918.

[3] Livak KJ, Schmittgen TD. Analysis of relative gene expres-

[4]

(5]

Lo]

7]

(8]

sion data using real-time quantitative PCR and the 2 (-Delta
Delta C (T)) method [J]. Methods, 2001, 25 (4): 402-408.
Scanlan M]J, Simpson AJ, Old L], et al. The cancer/testis
genes: review, standardization, and commentary[J]. Cancer
Immun, 2004, 4(1). 1-8.

Laduron S, Deplus R, Zhou S, et al. MAGE-A1 interacts
with adaptor SKIP and the deacetylase HDACI to repress
transcription[ J ]. Nucleic Acids Res, 2004, 32 (14). 4340-
4350.

Oehlrich N, Devitt G, Linnebacher M, et al. Generation of
RAGE-1 and MAGE-9 peptide-specific cytotoxic T-lymphocyte
lines for transfer in patients with renal cell carcinomal ] . Int ]
Cancer, 2005, 117(2);: 256-264.

Risinger JI, Chandramouli GV, Maxwell GL, et al. Global
expression analysis of cancer/testis genes in uterine cancers re-
veals a high incidence of BORIS expression [J]. Clin Cancer
Res, 2007, 13(6):1713-1719.

Picard V, Bergeron A, Larue H, et al. MAGE-A9 mRNA and
protein expression in bladder cancer[J]. Int J Cancer, 2007,
120(10) : 2170-2177.

[4R3E: AL KXt : 4 o]

R O O O N O O I O O O O O O I I O O I O O O N O N N O NN O O O 7

L] f‘rEﬁ--‘Lﬂ L]

(At B & & o ) A B AET4E 45 & F

Chega BB B ) AR BT T 1973 4F R IR E S —A M S i 2 E YR Lol s R T . e ARIE
AN A8 £ IAb s AT v E ST o b e BE e 00 . 2R i SOOI P E RS SC
G T WAL DL T R R o E U P2 RS T, #SE e CALCSA Ulrich PD, i 2% 1C, 3[4
CABI,Golobal Health, HAs JST S RAVEH RN S . A T LA IE [ PN S0 e Bl ¥ 1 5 A0 T 2 F 5
RBSHHE RN . BE X R MR BT TAEE ALl BRZGRHE A B .

EEREA RS R MBI I ROTTE Ik A2 W e R B AT o B AR PR S IB

TEANZS U e SN

R & 4GS :38-70; EAME S : MO6482; EHr:8. 00 7o/ M5 HRE® : A T
bR L B ISSN 1000-8578  CN 42-1241/R
A M http: //www. zlfzyj. com E-mail: zlfzyj@263. net. cn

B % /A5 1. 0086-27-87670126

A M - DU B RLTT IR BB 116 % (MR B A B0 ) A a8 MRECZR i - 430079



