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Application of asymmetric PCR- SSCP in gene mutation detecting
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REN Hongyan’ ,CHEN Jin-bao®

(1 College of Animal Science and Technology , Northwest A & F University, Yangling, Shaanxi 712100, China;

2 Institution of Animal Sciences, Chinese Academy of Agricultural Sciences,Beijing,100094, China)

Abdgract : The advantage and disadvantage of asymmetric PCR-SSCP and traditional PCR-SSCP were
compared to analyze the character and accurate rate in detecting mutationin this study. The mutationsin 3
U TR region of SMAD4 gene were analyzed by asymmetric PCR-SSCPin L uxi cattle and Holstein cow and
oneinsert T mutation and one G —-A mutation were found in this region. The G -A mutation created a
Hha  enzyme digestion position and the frequency was studied by asymmetric PCR- SSCP and enzyme di-
gestionin 116 L uxi cattle and 75 Holstein cows and got the same results. The asymmetric PCR-SSCP had a
few bands,which were clearer and stabler than traditional PCR-SSCP. Thisindicated the asymmetric PCR-
SSCP was suitable for mutations detecting.
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1.1.3 SMAD4(Mothers Against
DPP 4) , 3 2
M1 M2, M1 :5-ACCA-

GACAAAGGAGTATCGT-3 ,
TAGCATTGCCACCTGT -3,

259 bp ;M2 :5-TGTGCCATGTGGGT-
GAGTTA-3 , :5-AGGCTCCTTA GTA-

5 TTACCT-

ACCAACC3 , 345 bp
1.2 DNA
DNA
1.3 SMAD4 PCR
1.3.1 SMAD4 PCR
PCR ,
PCR , (dsDNA) ,
PCR
PCR , (ssDNA) M1
PCR 20U L,
10 xBuffer( 20 mmol/L Mg *)2.0d L ,10 mmol/ L
dNTPsO0.4pL ,10 mmol/L 0.6
ML, DNA 50 ng,2 U/WL TaqDNA
0.2uL, 15.2pL :95°C
5min;94°C 30s,55°C 30s,72°C
30 s,33 10 min PCR
15¢g/L M1
PCR 20U L, 10 x
Buffer( 20 mmol/L Mg**) 2.0 mL ,10 mmol/L
dNTPs 0. 4p L ,10 mmol/L 0.6
ML ,M1 1YL ,2 UML
Tag DNA 0.2uL, 15.8uL
PCR M1
57
1.3.2 3UL
DNA, 1pL 6xLoading buffer ,
120 g/L (m(Acr)
m(Bis) =29 1)
1.3.3 10
ML, 10 U/pL 0.3u L ,10 xBuffer
1.0pL ,PCR 4.0uL, 4.74L 37
8 10h, 1.5%
2
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