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pYNZ22 p53 Rb B 4L T (5/12) pYNZ22. 1
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> o) 0.1% SDS 20 min< 2, 0. X SSC,0.1% SDS 66C
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HindIl. Sad . Sadl  Notl Bis 29 1), 10C (10m A) 5 6h, 10%
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1 PCR-SSCP PCR-RFLP
Tab1 Primer sets used in PCR-SSCP or PCR-RFLP assays
Prsilenter l;{:';:]f SAIT‘SI(ILE;] Ann. Temp PO]yT:[ig]ism Primer sequcnces
1 p53 exond 176 66C Bstl RFLP 5 CAATGGATGATTCGAT GCTG-3
5 AGAATGCAAGA AGCGCAGAC-3'
2 p53 exon’5 244 66C — 5' -CGTCTAGACTGTCTCTTTCCTCTTCCS
5' - CGGTGGACT CTCCAGCCCCAGCT GC3'
3 P53 exon6 166 56C — 5' -CGTCTAGAATTCCTCACTGATTGCTC-3
5 CGGTCGACTGTTGCAAAGCAGA-S
4 p33 exon’ 165 60C — 5 CGTCTAGAGGCCT GTGTTGTCTCCS
5 CGGTCGACGGT GGCAAGTGGCTOCS
5 p33 exon8 195 56C — 5 CGTCTAGACTCTTTT CCTATCCTGAGS
5 CGGTCGACCTTCTTGTCCTGCTT G5
6 pYNZ 22 1 170~ 800 55C VNTR 5' - CACAGTCTTTATTCTTCAGCG3
5 CGAAGAGTCAAGTGCACAGGS3'
7 Rb intorn 1 180 62C Bam HI RFLP 5'-CAGGACGACGGCCC GG
5 CTGAGACGCTCCGOCGT-3
1.4 DNAY Aot 32 2
21 M Rb AR FF
CpG DNA . CpG 211 Rb 5 pG 6
, , . 5] Rb 14 3.8kb 1.6kb . Rb 5
5 pPYNZ 22. 1 CpG Sacll .1 5.7
Sakai®!  Makod®! . kb ’
, 1A
1 Southem DNA
AT T RbABRTEARRE BFAF pYNZ22 LAE TRAZEG S F AL
N EFAFELE T ABALR kb F kst
Fig 1 Analysis of DNA methylation by Southern blot in HCC
A abnormal methylation of RB gene
B hypermethylation of pYNZ22. 1 gene
N: normol T tumor kh kilobase
2.2 Rb Rb 1 507% 2.2 AFwmftdE pYNZ 22 1AR 7%
(12724 ), 2% (3/12 ) Hindll . Rb 2.2.1 pYNZ221 8@ (20/25
¢DN A South ern 10 2 4. ), 3% (7/20 ), 2
5kb 9. 8bk 7. 5kb s Rb s 2 ,5 , 3

Rb
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AT RbARAAF] 464% BT RbAB#%k NEFHALR THEEL ML2FEHEHN puc 19/Hadll
Fig 2 Analysis of abnormal Rb gene in HCC
A LOH of Rb gene at intmon [ B deletion of Rb gene N normal

T tumor M: standard molecular wt. pucl9/Hadll.

232 p53 28 \ 14
. 506 (14/28 ), 5.6
10. . 7 2. %%, 8 7L.%, 7
249 GCr T A ., 5
8 33 .6
33 6 , 5 11

3 PARVNTR  pYNZ22.1
Fig 3 Andysis of LOH of pYNZ22 1 by PCR-VNTR
in HCC arrow LOH

2.2.2 pYNz22. 1 CpG 05

4 5kb , Nod 12

5 6.0~ > 20 kb >
.3 (> 20

kB) s 2 >

. 1 (8. Ob) ; 1B
23 MmAnsE pS3RE FF
2.3.1 p53 4 54 (13/24 ),

61 30 (8/13 4

5 PR p53

BT HLhE T 24U FATAE G- TH LR

L, G A Th Co AR K BRI RA AR AL
N EF AR T HAAR

Fig 5 Analysis of mutation of pS3 gene at 7th exon by PCR

direct sequencing
G to T transversion mutation of 7th exon N: Normal

tissue T Tumoth tissue

4 PCR-RFCP p53 4
Fig 4 Analysis of LOH of pS3 gene at exon 4 5 ’
®! RFLP
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Studies on the mechanism of inactivation of multiple tumour suppressor

genes in hepatocellular carcinoma
Xiao Wenhua, Liu Weiwen, Lu Youyong, Gao Chongfeng (Department of Gastroenterology, Southwest Hopital, Third
Military Medical Univsersity, Chongging,630038)

Abstract Objective: To study the mechanism of inactivation of multiple tumour suppressor genes in
hepatocellular carcinoma ( HCC). Methods: Inactivation of pYNZ22 1, p53 and Rb tumour suppressor genes
and mechanism were studied by PCR, Southern blot and gene sequencing. Results: The hypermethylation
and loss of heterozygosity (LOH) at pYNZ221 gene were found in 41. Po (5/12) and 3% (7/20) of HCC re-
spectively. Markedly hypermethylation was accompanied usually with LOH There are mutation of p53 gene
in 50k (14/28) of HCC, most of which presented allelic loss simultaniously. The LOH of Rb gene appeared
in 2% (3//13) of HCC. The hypermethylaton of promoter region at Rb gene was only found in one case of
hepatic clear—cell cacinoma, but no rearrangement was found. Conclusion: The findings indicate that there
are alteration of multiple suprressor genes in HCG the mechanism of inactivation is multiple and the com—
plete inactivation of gene are participated by valious mechanism.

Key mords liver neoplasms; multiple genes; mechanism of inactivation
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