PCR protocol for FGA II evaluation
1. Primers:


Stock: 50 pmoles/µl
2. Solutions and other reagents:


MgCl2


25 mM


dNTPs


25 mM


10 x PCR buffer


Taq polymerase
3. PCR reaction in 50-µl mix:


MgCl2
(25 mM)

5.0 µl





10 x PCR buffer

5.0 µl



dNTPs (25 mM)

0.5 µl


Primers (50 pmol/µl) 

1 µl each





Template (100 ng/µl)

1.0 µl


Taq



0.5 µl


Nuclease-free water 

36.0 µl

4. Program:


80oC
30 sec


94oC
2 min


80oC
30 sec


94oC
2 min


94oC
30 sec


55oC
1 min


72oC
1 min


x 30-35 cycles

72oC
10 min

4oC
Forever

5. PCR purification:


QIAquick PCR Purification Kit is used to purify PCR products.

1) Add 50-(l PCR product to 450 (l PB buffer in an Eppendrof tube, and add the mixture to top of spin column.
2) Centrifuge 12,000 rpm in table top centrifuge for 30 sec.
3) Add 500 (l of PE buffer and centrifuge 12,000 rpm in table top centrifuge for 30 sec.
4) Dump out flow thru
5) Add 500 (l of PE buffer and centrifuge 12,000 rpm in table top centrifuge for 45 sec.
6)  Dump out flow thru
7) Do an additional spin to remove residual PE buffer

8) Place filter column into new, clean eppendorf tube
9) Add 25 (l of 10 mM Tris-HCl pH 8.5 (EB) to column and incubate for 2 min.
10) Centrifuge at 12,000 rpm in table top centrifuge for 1 min.
6. QC spec and gel

1)
Run 5 (l of PCR products on 1% gel at 70-90 volts (may be done before purification).

2)
Measure 1.5(l PCR product with Nanodrop for DNA concentration.
