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1st PCR
Genomic DNA 10ng
KOD Plus (TOYOBO) 0.3U
10×PCR Buffer 2ul
25mM MgSO4 1ul
2mM dNTPs 1ul
Primer
1484F (5'-CTTTCCAAGCATCCTCCCTGAG-3' )
2067R (5'-GAAGCAGATGGCGAAGTAGCG-3' )

Pre Denature 94  2min

Denature 94  15sec

Annealing 60  30sec

Extension 68  30sec

2nd PCR
1stPCR product 1/40 2ul
KOD Plus (TOYOBO) 0.3U
10×PCR Buffer 2ul
25mM MgSO4 1ul
2mM dNTPs 1ul
Primer
2666F 5`-CAGTCGCGTCCCTGAACC-3` 
2856R (5`-CACGCAGGTGGCTGTGAC-3` )

Pre Denature 94  2min
Denature 94  15sec
Annealing 60  30sec
Extension 68  30sec
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