PCR conditions for SNP identification

- pH 7-8

- solved in water (sodium salts)

PCR program:

1. 5’ 94°C
2. 30" 94°C
3. 307 62°C
4. 27 72°C
.39 cycles
6. 57 72°C
7. o 4°C

Purification for sequencing:

Mix 9ul PCR with 2ul ExoSAP-IT

Incubate 20’ and 10’

enzymes

at 37°C,
Add 60ul H,0

Mix 7pl of purified PCR produc
sequencing reaction.

The F1lySNP Website > Methods > SNP 1

PCR mix:
2.5 pul 10x Buffer (Mg’' free)
2 ul dNTPs
1.5 pl MgCl, (25mM)
16.25 pl ddH»0
0.25 pl Tag Polymerase (TaKaRa; 5U/ul)
1 nl primer A (10pmol/pl)
1 nl primer B (10pmol/ul)
0.5 qnl genomic DNA (small-scale preparation)
25.0 pl
10x Buffer:
- 100 mM HCl (pHS.3)
- 500 mM KC1
dNTPs mixture:
- 2.5 mM of each dNTP

(Amersham Biosciences), keep on ice.

at 80°C for inactivation of ExoSAP-IT

t with 1pl primer (10pMol/ul) for

dentification > PCR, primer design



