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An Effective Method for Detecting SNP Using Mismatched Bases to Create
Specific Restriction Enzyme Cutting Sites
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Abstract: In order to find a simple and effective way to detect SNP, a method for creation of restriction enzyme cutting
sites was developed by using mismatched primers. This method can be used to detect SNP effectively and rapidly.
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Fig. 1 GED sequence o chicken Mx
Asn AAT, 2216 A G s 631 Asn (N)  Ser

Asn coden AAT was shaded, The arrovhead indicates the mutation of G and A at position 2 216,
the correponding amino acid Asn (N) or Ser (S) was boxed.

intronl3 EXON 14
gagtaccttcagectgttttttettettttaggaaaaaagtettecactetttttttttecctetecttgtagGGAGCAAA
pCF
TAAACGCCTGAGCAATCAGATTCCTCTGATCATCCTCTCTACTGTCCTTCATGACTTTGGAAATTATTTGCAGACCTCAA
pCR
TGTTGCATCTCTTGCAAGGAAAAGAAGAAATAAACTATTTACTCCAGGAAGATATGAAGCTGCTAACCAGCAGAAGTTAC
TGACCAGCAGAAT TAGTCACCTCAACAAAGCCTACCAATACCTGGTAGACTTTAAGTCTCTGTAGATTTCTTC

2
Fg. 2 The region used to design mismatched primer
(intron 13), (EXON 14), pCF pCR

()

Capital letters indicate nucleotides in exon 14, lovercase letters show nucleotides in intron 13. Primers of pCF, pCR were underlinded.

Fig. 3 Creation restriction enzyme cutting site
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Fig. 4 Detection of chicken genome DNA
M A CB 2
. ! E
5 pA pB pC
Fig. 5 Primers A, B and CPCR products and restriction enzyme cutting products
I pA pB pC PCR A pA 101bp ,B. pB 101 bp ,C:pC 10l bp , M. DNA LI GiQ
I pA :1 101 bpt 75 bp (AB),2. 101 bp (AA),3. 75 bp (BB), M. 50 bp DNA S Tp5091
pB :1. 101 bp+ 75bp (AB),2 101 bp (BB), 3. 75 bp (AA),M. 50 bp DNA

[ :A, B, C are produds ( 101 bp) of primers pA, pB and pC respectively, M. DNA marker I; II: GoiQI redriction enzyme cutting products
(101 bp) of pA,1. 101 bp+ 75 bp (AB), 2. 101 bp (AA), 3. 75 bp (BB) ,M. 50 bp DNA ladder; IIt Tsp 5091 restriction enzyme cutting
products (101 bp) of pB, 1. 101 bp+ 75 bp (AB), 2. 101 bp (BB),3. 75 bp(AA), M. 50 bp DNA hdder.

| |
v 160 170 + 180

160 120
TCCTTGTAGGGAGCAAGTAAACGCC TCCTTGTAGGGAGCAAATAAACG

vl nontmeay oo o awiaa

6 AA BB
Fig. 6 Homozygous of AA and BB
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Fig. 7 Detection of position 631 with mismatched primers ( pA, pB)
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