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Mutational analysis of nm23- H1 gene in human lung cancer by paymerase chain reactior-single srand con-
formation paymorphism LIU Lunxu, ZHOU Qinghua, SUN Zhilin, QIN Yang, SHI Yingkang, SUN Zdang.
Department d Thoracocardiac Surgery, The First University Hospital , West China Universty d Medical Sciences,
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Abgract  Objective To invedigate the mutation of nm23 gene and its correation with development , pro-
gresson and metagassof human lung cancer. Methods Polymerase chain reaction-dnge grand corformetion poly-
morphism (PCR-SSCP) was enployed for mutationa andyss of the five exons of nm23-H1 gene in 45 surgcaly re-
sected lung cancer and 7 rorma pulnonary tissues. Results  In the examined DNA sanplesdof pulnonary tissues, m
honozygous loss o dlde of nm23- H1 gene was observed. SSCP andlys's revealed dtered nohility of snge sranded
DNA o nm23-H1 eon 1 inone cae o dage B squanous cel pulnonary carcinroma with mediagind lymphrode
metagas s and maignant pleura efudon. Concdusion  The frequency of nm23-H1 gene mutation in its coding regon
israre in lung cancer. Mutaion of nm23-H1 gene might play a role in the progresson and metagass of lung cancer.

Key words  Lung neoplaams nm23 gene Gene mutation dnde drand corformetion polynor-
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1.2 PCR GerBank Database (ACCESSION
X75598) nm23- Hy , Bdico
, nm23- Hy 5 (
1)
1.3 DNA
1.4 PCR PCR ‘541 10 x
541 2 mol/L 4 x dNTP (Sgma ), 2ul
2 mmol/ L ,100 ng DNA ,2.5U Taqg
( ), 50U |
194 1mn,60 64 1mn,72
1mn, 30
1 nm23- Hy PCR

Tab 1l PCRprimersd nm23-H; exons
Bpected szed  Anneding

Bon Pimer (5 —3)
PCR product tenperature
GTCTGAAAAACGTA GCGCCGG
1 217 p 60
CTTAGGITTGAACTCCGGCTG
GCTTGAGACGGATGACGCTGIA
2 265 bp 64
CAGGTTAATCACAGTGITCTCC
ATGTCCTTA GATGGITTGGGGGT
3 252 bp 64
TTTGGTCTCATTCATGGCTGTAT
GOCACATTTTCTGCTGTGATT
4 234 p 60
CCCAAATCCTTGTGGCAACT
GTCTAATGICCATGGAGCTTC
5 400 bp 62
CAGATGGTCGGGGATGGIAAC
1.5 PCR SCP Peng
PCR
8ul, 3 SCP (98 % ,10 mmol/
L NaOH ,20 mnol/L EDTA ,0. 05 % ,0.05%
) 98 5min, ,
6% 8% , PCR DNA
4
(12 % ,
50 % ,0.02 % ) 3 16h 50 %
20min,2 0.02%
1mn, 3 1mn
(0.2 %AQNO; ,0.03 % ) 35 min( )
2 , (6 %NaQ0s ,
0.02 % ,0.000 5% ) 3 5mn,
50 % 16 %
2
2.1 PCR DNA ,
nMm23- H, 5 , 2%
( 1

267 by~ B e T
1 nm23-H; 1 5 PCR
M :PBR322/ Hee Bl Bs: 15

Fig1l Agaos dectroptoressd PCR products of nm23-H1 exon 1-5
M:PBR 322/ Hee nolecuar merker; E1 E5: eon 1-5

M_N

Ca Ca Cap N

8%

M : PBBR322/ Hee ;Ca: N isD-
NA: DNA ;dDNA : DNA

Fig2 SCPandyssd nm23-H1 gene exon 1

Hectrophores s on 8 % polyacrylamide ged under woltage of 250 V for 5 hours.
Arrow indicated dtered nohility of snge grand DNA. M:PBR 322/ Hae merk-
er; Ca: Canceroustissue; N :Normdl tissue; sSDNA: snge drand DNA ; dsD-
NA : double grand DNA

2.2 SXCP nm23- H, 1 5 PCR
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SCP ( 2 6), 15
nm23- H, PCR-SCP )
1 PCR DNA
( 2 )
57 , B ,
8cmx6cmx6cm ,
300m 4 PCR- SSCP

3 nm23-H; 2 SCP
8% ,200V 15h
Fig3 SSCPandyssd nm23-H1 gene exon 2
Hectrophores s on 8 % polyacrylamide gel under voltage of 200 V for 15 hours

__lgc.&c.c'..c.c.m

4 nm23-Hy 3 SCP

8% 250V 7h
Fig4 SCPandyssd nm23-H1 gene exon 3
Hectrophores s on 8 % polyacrylamide gel under woltage of 250V for 7 hours
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5 nm23-H; 4 SCP
8% 250V 7h
Fig5 SCPandydsd nm23-H1 gene exon 4

Hectrophores s on 8 % polyacrylamide gel under voltage of 250V for 7 hours
N Ca Ca Ca Ca Ca Ca N

6 nm23-H; 5 SCP
6% 220V 5h
Fig6 SCPandydsd nm23-H1 gene eon 5
Hectrophores s on 6 % polyacrylamide ge under voltage of 220V for 5 hours

3
DNA , PCR SSCP
nm23- Hy PCR- SXCP
, 200 bp
90 % ,400 bp 70% 809%™
[11] 250 m
100 %, 300 bp 95 %
, DNA
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