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Abstract

AIM: To investigate level of Runx3 expression
in gastric carcinoma, and to explore the main
mechanism of Runx3 down-regulation.

METHODS: DNA, RNA and protein were ex-
tracted from 25 gastric carcinoma specimens.
Single strand conformation polymorphism
(SSCP) and microsatellites were used to de-
tect the mutation and loss of heterozygosity
(LOH) of Runx3 gene. The methylation status
of Runx3 gene was examined by methylation-
specific polymerase chain reaction (MS-PCR).
The Runx3 mRNA and protein were detected by
reverse transcription polymerase chain reaction
(RT-PCR) and Western blot.

RESULTS: LOH was detected in only 1 of 25
specimens, and no mutation in exon3 of Runx3
was found. Methylation of Runx3 promoter re-
gion was confirmed in 55% (14/25) specimens
and part of gastric cancer cell line MGC803. RT-
PCR and western blot indicate expression of
Runx3 in gastric carcinoma were lower than that

in corresponding normal stomach tissue.

CONCLUSION: The expression of Runx3 gene
is down-regulated in gastric carcinoma, sug-
gesting a possible involvement of Runx3 gene in
carcinogenesis and progression of gastric cancer.
The main mechanism of this down-regulation in
Runx3 expression was related to the methylation
of its promoter region.
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Tk 4254 § FArA2ATDNA. RNAF %
BRI, AR E4EMF % S (SSCP) ik
TR, MRunx3E B R L fesk K F L. A
MSP(methylation specific PCR)# | 254 5 J&
AR B m ek (MGC803, SGC7901)#) F 34k
KA. 5 R AR G P i ik (western blot)feif 2%
&R ABr4% R (RT-PCR), #mRunx3%& & it
F#mMRNAK-F.

LR E250) B RARAK PR I—1) At b
%, REIRUNX3IFE 24 EF R E. MSPik4
m F AR AR P 55%(14/25) & & B 3 F R 3R 8
WAL, B AR B % 2 e MG C803 F Runx3
L H R AT 34 F R4, Western blot#RT-
PCRAILRUNX3AE F /& 4 2 F &8 9 4K
THa R EFH B A% (&G 50 178 £14 404 vs
95 020+43 136, £<0.01; mRNA: 0.66+0.31 vs
1.06+0.34, P<0.01).
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1 #RF5E

1.1 A BRI I 55— < 7 2004-05/2005-03
F-ARUIBR 12541 1 9o S FAH N IE 8 2121, 254
brA, S5, LPE10f, Ei45-68% , T4
66 . L 4 it 534k S oK o4k A AL TR 1841
A B R IR TR, A AR AN 38 46955 B ZH 2R
P IESE. B M GC-803. SGC-7901
BIH A AT

12 %k

1.2.1 PCR-SSCP#=LOH X[Runx3IE X % =4h i
THATY Y, 51907512 BOCER[6]. 25 =4k 2
TPCRJ W 441 494°C 40 s, 58°C 30 s, 72°C
1 min, NISAMEH. F 5= H#1499°C 10 min
AP JEAT SR IS W it s F vk, AR AR et
TSk B 4% e 1 A LA W 58 A 1 L (1112).
PCRY™ 144 T8 47 1D1S1460, PCRJR M 414 4
94°C 40 s,56.6°C 30 s, 72°C 1 min, [ V35N
W, P 2299°C 10 minAR e 5 AT 58 TR 4 e
JE s FELUK, BHERER YL (0, W4T LAtk
N

1.2.2 DNAZRI M-S 248 B A
Jee 4 MO BK (1) DNA.

1.2.3 MSP4#TRunx34 B ¥ A ALk & SR HIMSP
Pkt B R RUNX3FEE PR FH BN JEAT TR,
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DNAFEA L3 ] CpGenome™ DNA Modification
Kit(CHEMICON, CAD). )i KM Runx33 Al
RES 10 F AL B I RN FE AR S | B i IS 1
DNAZEATY 1, ¥ 3885147 51 2 JOCHR[6).
1.2.4 RT-PCR KM Trizol IRNA$RHUH, B
100 mg4ZURHUEMRNA, 10 g/ LI HE BB
VKoM IESE R, FR AN e B A FE W
JE (AR BE . 1 28 f 6 41 i 8 06 7 (AM V)
W S (Promege 2 7] 7 i ) BEAT 1 4 5. B
5 pLii#E = A T PCRX Y. PCRIJR M 1)
Runx3FE I FI{E R 4 2 BT G APDHY) 1 K%
KW AT A . Runx3r- 4 k7258 bp, _Eiif
SIMIFH TGGCAGGCAATGACGA, 5|4
% JCAGGGAACGGCTTGGT; GAPDH™
YIK/N393 bp, LHiELIMITHINGGATTTGGT
CGTATTGGGCG, N5/ 7#I ATACTTCT-
CATGGTTCACAC. Runx35GAPDH J Jv [ &
HEAT, RN AAARI 50 b, N4 h94°C
1 min, 56.5°C 45 s, 72°C 1 min, $£34/ME¥E.
PCR™MI{E 0.5 mg/LIRAL 24581110 /LB g
B EHvk, N Alphalmager™2200%¢ 5 ik
BARGNZAT IATH 1. Runx33Kik & LU
Runx3[JA{E LL [R5 [z . GAPDH 1A B i 1.
1.2.5 Western blot H{200 mglf) 4124440 23 il 4
MOZfEML © SIMAL mLZ#E# (0.1 mol/L NaCl,
0.01 mol/L Tris-HCI pH 7.6; 0.001 mol/L EDTA,
pH 8.0, 1 mg/L Leuptin, 100 mg/L PMSF), AJ3¢
PAPIZPBUR R 1, BCAEE FE R, 100 pg
MR YEL0 minga, DS TR A Ik i B HL vk,
HE KD B G & W B S PVDFL.
50 g/LIB Wk =i AL h, PVDFBEE T-1 :
250% B 10— HLCEDTARUNX3 . 5w [ Hi 44, Santa
Cruz A al = ik rh, 4°Cil i, TBSTHLE
30 min, 55 T1 : 4 500H B 11 PP r1gG-
HRP, dbit A2 G0 A= 28 =) 7= i) Fi B v
7CHFHL h, TBSTHEMEA5 minj5 I AECLA G
k3205
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1 ESEEPCR-SSCPAEMI. N1-3: IEHEH 204K, C1-3: BaZHs.

M C1 c2 C3 C4 M

U M U M u M u M

e - b
2 BELOHFTMI. N1-3: IFH HZH4H; C1-3: FEasHA.
c5 MGC803  SGC7901
U M U M U M

4 RT-PCROHTRUNX3 MRNAZRIA. M: HFEFrid; N: 1E
B4, C: B

ATHREM, 25 5 BL55%(14/25) (1) 5 i b A4 AN )
FREE I SEAE, JF HLAE B e 4l AR MG C803 £
W JF 51~ DI 73 F R (K13).

2.3 BRMARAI N IEF ML (IR R AT
10 cmyA k), Runx34& FmRNAF& & 69 & ik
TEATIR s 4L 2R rp 38 m) DUR I B m RN AR 2
IR, H R A2 AR IE A 2 P Runx3
MRNAK]#7% 40.66+0.31F11.06 +0.34; Runx3
A IA 85 ) 950 178 4 14 404195 020+

L |

&
' - B-actin

5 Western blotd4fRunx3ZBERRIL. A: ML EE; B:
L .

43 136. RunxmlmRNAﬁ GE AU I ESSO
PR THEN IE R AR, 2 5 BHA W 3% 1% (P<0.01,
Bl 4). o4k B9 T, Runx38R (A6 IE 1 s
FI5 I Sk T AR R I B AL AR, A
Runx3# [ 75 1E % B & v 2k & TAH N 1
JE L, (02 A 2 (5).
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TRIBIRHIE n Runx3 mRNA (mean = SD) PE Runx3ZH (mean = SD) PlE
M3

Bt 15 0.66+0.1 47 950 +7 000

o 10 0.63+0.2 >0.05 47 857 +7 204 >0.05

HERE

£ 9 0.96+0.1 74 499 + 17 372

HRER 16 0.52+0.1 <0.05 40 345 + 8 472 <0.05

MRE

FoRED 18 0.48+0.3 48462 + 10 762

hotkkantt 7 0.86+0.6 <0.05 68049+ 19176 <0.05

2.4 B PRUNX3EABEMRNAFE & &k
A8 ELZAH OGO WoR B A 2 Runx3E
KImRIN AR [ 1 21k HATAH Gk (r = 0.820,
P<0.05).

2.5 Runx3w &£ 5 § 95 e R m B A /L6 £ A
4 5 o A [ () PR s BAREAIE 23 41 EE R unx3
MRNAFIE [ #RIL, 4535 %R, Runx3 mRNA
U G R0 5 B g K R R S AR AT
FK(P<0.05), My 55 V5 o R (K1).

3 e

ST b b X R AR BRI, (HA
5 G U e BT R B R 2 T B
MEAER—DZNE. ZLB, ZRENS 50
PR, A K BIRE R ARG G P, b (R Ak,
SR FE IR (s 0, I DR B s T, xS e
MRFTTR I, BRI R 2 K e, &g, 3
BERLB LSS R K BT | e,

Li et al™ % Pl K211 45%-60% A 5 5 40 iy
THRUNX3MFRIE R, 52 ML, B
HIHAR L8 R I 20 1080 5 5 i AH OC 1) 4109 2
Blan “p53”7 , “c-met” &M (HABATE B
(A e PER /DN, TIRUNX3E AT B8 2 5 55 k2
FHSEI— s i L. Levanon ef a/® kB4
Runx3™ /ALK R, K Z120%-25%8T £/ il
Runx3™", filf 5 /N5 HARETE 22 3. 4R,
75% Runx3" A=/ B T OB AR, Bea AE
10 d, JERIIRUNX3™ /)N Bl B RE 1 5L 2 BT
A2, Runx32E (12T GF-Bf 5l i Rt
(f)— AN IR T, TGF-BAE R 2 40 M IR A7 m
B Ra  F Ss22 1 I s2  O RNk 9 )
TGF-B5 5 & LIS SEVF 2 IR 1 R 4. A 25
FW, SmadE AW FAERUNXSE IR ST, 4
B ML Py 5 N 2 R 55 2 S Runx R (A
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FAELPCR-SSCPXTRUNX35S =AM .+
SAFHEAT TR, A H B W Ik Bh 4, R
Runx3AE Rk T A T RARIE ). T
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