o R A R T Ak
2003 Mar; 10( 1 ): 39 ~41
Chin J Cancer Biother a (1) .39 .

[ZEHRE] 1007-385X( 2003 )01- 0039- 03
B MAGE-1 EEBZIF BB XERENLREHWHAR

#os, ¥ K, I OF, ke, FgF, R &L FHETIER, WA FB 266011; 2. H 5
KFEFRMEBHMET, bE F8H 266011)

[ ZE] B8 HiTERAZ0F MAGE-1 2N 31T B'B K& H ARSI 5B LGRS MR, Fik: I
B R ZURAR 40 B, 573 FNERR] 2B 3 AR N IR SR A0 4 40 BIFE A R SR 431 AR W2 BR - 54k SUsk v P VTG I 10 &2 PCR
PREAR BT T B4 MAGE-1 JE3h T B'B K EHEALRES . R e Bd 2haAh MAGE-1 3£ 5 30
T B'B KEH IALM L EFH 25%( 10740 ), MITERESFHALIR L AERN 0, E K ERNZENEA BEMHEITHE (P <
0.01 ), TEARAMEMRIEH MAGE-1 ZEK 1) B'B X ZHL LA H R 50%( 6/12 ), Hor bR h & A% R 18.7%( 3/16 ), = 534k
MR kRN 8.3( 1/11 ). HEERMERAGITH¥E (P <0.05), ERYERALH B'B KEH RN EEFRH
16.7% ,TEM I B A 2 B AEHHR 28.6%( P <0.05 ), Zal A SR L. &ik: HmA4h MAGE-1 2K JE 3+ B'B
XAFAE LW S, ZIX A2 3k & A R S B m A 2RI B3 90 LU R S5 6 TR A3 A 56 .
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Methylation State within MAGE-1 B’'B Promoter in Gastric Carcinoma

XU Lin, LUO Bing, WANG Qing, XU He-fei, HUANG Wei-qing, LIANG Hua ( Qingdao Municipal Hospital
266011, Qingdao, China)

[ Abstract | Objective: To study the methylation state within MAGE-1 B'B promoter in gastric carcinoma and the asso-
ciation between demethylation and pathological differentiation, the association between demethylation and clinical stage.
Methods: Using methylation-sensitive restriction analysis followed by polymerase chain reaction ( PCR ), we studied 80
specimen that were obtained from surgical samples ( including 40 gastric carcinoma and 40 matched adjacent normal gastric
mucosae ). Results: An demethylation state was identified in DNA from gastric carcinoma specimens. The demethvlation
rate is 25%( 10/40 ). In contrast, no demethylation state was identified in DNA from matched adjacent normal gastric mu-
cosae. The differences were Significant statistically. In our study, the demethylation in poorly, moderately, and well dif-
ferentiated glandulous-cell carcinoma were detected at frequencies of 50% ,18.7% and 8. 3% , respectively, The differ-
ences were significant statistically ( P < 0. 05 ). The demethylation rate in early, late tumor stage was 16. 7% and
28. 6% ,respectively. The differences were significant statistically( P < 0. 05 ). Conclusions: The demethylation in
MAGE-1 B’B promoter is anomalous in gastric carcinoma, and maybe it is related to the expression of MAGE-1 gene in
gastric carcinoma. The demethylation rate is related to the pathological and disease stages differentiation.
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FEIUE R SR AR 40 1] e [7) 185 FH N 1) 9 55 41 21 40
A Sy %ok B, SR FH HE 64 S0t PR DD G D) S PCR $
R ERGHE I 2 h MAGE-1 35K B 3+ B'B X 2= 1
FABIRTS B H SR R R ANG R B e R . LU E
B AL SURA R MAGE-1 JE A9 25 B B4R S DL RO
MAGE-1 FE[H 35 1 52, o i — 20 JF Ji8 8 98 1 S s
TG PRSI0 SE R A B AR A

1 #MB5FZE

1.1 AU A

40 4] B b AS  BUH 75 5 57 BE B AR B TR
WA Hohm o eiiE 12 61, bR R 16 6, Ik
TEBR R 12 B, g NAE WS 35 ~ 73 %, F 34 49.18 +
11.71 %, i Bk 27 A, otk 13 A [k
B[] B35 AR T B8 55 2H 28 40 (904 A ok R, 40 151) B 98 Bz
AFR 98 55 21 45 28 9 PR UE 5K
1.2 DNA 425

FH B -5 -5 S R 20 21 DNA .
1.3 FRAS DNA (1 H 540 St o U it 170 2 17

A ZE N :10 x buffer 2.0 pl, BSA 0.2 pl, Hpa
I 2.0 pl, 454 DNA 1 pl, L& FRKELAE20 pl;
R 26A% R 2 37°C K 10 h,
1.4 BgUIE%) PCR 44
1.4.1 5|9t

MAGE-1 B H 5192 Skl 1 1%t th Ly
TAEFEARNF G, FFFIT :CDS20:( A ZEEE514) )
5'GTTCCCGCCAGGAAACAT 3'; CDS22:( HEHESIY )
5'AGAAGCGAGGTTTCCATT 3’ ; EDP4:( R EZHE51% )
5'GGGGCTCTCTATTTGTAG 3’
1.4.2 MAGE-1 B 5 3I¥ B'B X £ 75

Ets Ets ATF

- 67 AAACATCCGGGTGCCCGGATGTGACGCCA -43

B’ -55 B
1.4.3 PCR ¥ H#4A4F
1.4.3.1 PCR R MikZ

FBEARFL R 30 pl, Hof 10 x PCR buffer 3 pl,
Mg™* &Y EE N 1.5 mmol/L,Taq DNA B4 1 U, dNTP
ZHRFEEN 0.2 wmol/L,3 K5I AW EEH 0. 4
pmol/L, VIS P24 5 pl, Jin A 25 8 F 7K B LR L
30 wlo TEAIJE N JC TR A 05 78 56 VT , R 0 I, i
A PCR Y4, PCR ¥ #4550 : 94°CHAEE 5 min; SR
J& 94°C 254 1 min,55°C &1 1 min,72°C ZE{# 1 min, 3L
35 MEER ;55 72°C ZEfH 10 min.
1.4.3.2 PCR F=#Hiik

BU10 wl 97485729 F & EB( 0.5 pg/ml )Y 2% B
JE BRI TP FEL K, 80 UL 1 h, 28415 Y T WLgE 45 1,
HRAE WL 2 B4 15 2% AL E MAGE-1 2[5 B'B [X
AR

2 &5 R

2.1 HEH S KA NS S MAGE-L 3E S 8
F B'B X H EALR S KA R WE 1),

E1 #oERALR MAGE-1 EERENLKTLER
Fig. 1 Results of methylation analysis within MAGE-1
gene B’B promoter in some gastric carcinoma
Lane 1: DNA marker DL2000; Lane 2 ~5: Four PCR
products amplified after Hpa [l digested of gastric
carcinoma DNA; Lane 6 ~8: In order of Lane 3 ~5, 4
PCR products amplified directly the gastric carcinoma DNA

FL Yk 78 Lane2 #1 Lane4 Fr 459 B'B X K gk )
JT, 1 Lane3 F1 Lane5 #34~f) B'B X & /b — b #% VI 7T
TE MAGE-1 J£[H B'B X ANAETE 2 S AR b A< rp i 30
197 bp,131 bp 2 %% PCR ¥ 4 55747 ; I 7E B'B XAF/EE
DA LA R b A, OB 131 bp 1 4%
PCR 4" 3 2%+ ( WK 2 ).

B2 #MHEEHLE MAGE-1 EERENKNLER
Fig. 2 Results of methylation analysis within MAGE-1 gene
B 'B promoter in some adjacent normal gastric mucosae
Lane 1: DNA marker DI20001; Lane 2 ~5: Four PCR products
amplified after Hpa ][ digested of DNA from adjacent normal
gastric mucosae; Lane 6 ~8: In order of lane 3 ~5,4 PCR
products amplified directly the DNA from adjacent

normal gastric mucosae
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SR BRI R WA MAGE-1 523311 B'B XY
ZHEAL G, I T W46 5] 197 bp, 131 bp 2 4% PCR
i i
2.2 BSNS54 4
2.2.1 MAGE-1 R JF3I7 B'B X HEALRESLE R0
Br

FERATUEIE Y 40 B B 4204, F 10 HlLE A
MAGE-1 E[R 3 31 F B'B X 1) 2 /b — b 2 H J {3
Bo MIFE 40 BIAHXT R A 55 2 R WA MAGE-] &
HJE 3+ B'B XL H LM G, S gt it 2= i a1
BRK X =9.257, X0 1) =6.635( P <0.01 ), 2% 5] H.
A RENGITFE X
2.2.2  XF40 il B AL MAGE-1 2£HJE 317 B'B X
AR A AT HL A HT

RIAE 12 s AL B des vh A 1 & A 2 Rk
PG, KRN 8.3% ;48 16 B AL iRde A 3 fl %
LB IS, KRN 18. 7% s 7E 12 BIK 43 1L i
A 6 Bl kA LW IALIG:, KA 50% , 4 SPSS
9.0 Rsx FIFEHF, X =3.974 ( P <0.05 ), ZHH 51t
2.2.3 SHrEHEESERS N CR

12 FREIEECT + T)EEDH 2 ] MAGE-1
FH B'B X &4 LW AL, KAF N 16.7% ,28 1l
WIEECT + V)EE DA 8 Bl k&L LH A, BAER
1 28.6% 4 F RSk 50 R( P <0.05 ), P 25
eI -0

303 @

1991 4F van der Bruggen A2 ) e e R b R
H MAGE-1 323k, I3F H HF K7 Y)A B @ ik
SV BN Y BT S IR T RIS B . De Smet 25T
INHTER B F Ets 250051 CpG MU TR 2 F 34k
REH MAGE HEHRIEA KL, MAGE-1 2 B'B X1
DNA 3% Ak 2 DA 3 BH 1k 5% 5% P9 04 45 4 i BEL DB
MAGE-1 %% 3% Serrano 25" JiE 52 T i Jgg 20 4 [
52 545 L5 ah 4 XN 20776 —4b Hpa I
PIE 5 0 25 F AL S SR P RIOIR S . il s TR
(U B — 45 H AP 1 40 bR AR BB X /0774
— Kb Hpa T1 3% PR 5 B9 25 BT RARIR AR . Janssen 2571 A
K E & Real-Time PCR H{ ARKM T 19 4~ B4 2500 21
JiL Z T 9 Al B R0 A AR, SE 0 4 SR PR RAIESE T
Ets 25407 05 2 354k 5 MAGE-1 3% PR 6 35 11 1F AH 3¢
KF o AU, & H 3L 259 DAC Ay AL B, B i
BFAR B MAGE-1 & [H] 3 36 38 41 g ik 1 o 2 35 40 i
Mo 7E 40 B B @A 4%, 4 10 i) MAGE-1 35 B'B

X Z A AE—Ab Y 25 FE AR B G 11T 40 (51 A X N ) 96
A LR —WIEAE B'B XAy £ H AL I 4, W& 25
WIEA B FNG 22 (P <0.01), #ER7E B 4
g, B'B X EH LIRS A EH B S5 KA
ESE RN & P, MAGE-1 2 [H B'B X 2= H 34k i
R FRAEAN A B 53 bR AS 25 AN AR [R] 3222 ) B A
Giitep i X HRAT R MAGE-1 3 K 3k 7= W1k N
PUR AT RIEIRIT AR 7 1T F8 3993 28 A7 1) 9 3L
Oy NIZ TS R o T L A A R ) R 3 AT e
DL MAGE-1 & R F= ¥ 4lifb 4 A B J i) e B 36 97 B o
B MAEAR AL IR b 3R 97 VT B B A i 3R
PRI X v 4 B 8 1) B 3 DU 1 B 2% PR T T ik
SCYRZE R A 9 AR R I R 23 AR 7R MAGE-
1 JHJFEShT B'B XY & W 3k kA R AR R, 7R
W MAGE-1 R B'B X 2= W 3t fk & 4= K N
16. 7% , Wil B9 M 28.6% , 24 F KHAKE s (P <
0. 05 )W #2517 Giit=# 58 X, /R MAGE-1 JEH 3%
KA R & AR e R R B U 0 kb 4R R R
MAGE-1 3 H =y 4l Ak 9 0 Bt JR 1 S 8 3R 97 A 1l R X
AN T PR A3 30 B4 BB AR AR ], BO7E R SR L MAGE-1
SEDR= Wy Sl Ak W ok B DA S A T T N 2 I IR
.

ARSI MAGE-1 J£[H B'B X 25 H JE AR 10 2t
13T #FFE, IR A BB 58 an 3 R e mRNA [ 335
B g2 2H ARG T 2 5 DXL A0 B P ) R GR A TR I — P R
2, DME ok R FH MAGE-1 2 R 7= WA Jy bt J5 47
B ) B8R YT AL SO0 FE Al R B4R
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