PCR Conditions

DNA  - 2 µls of cheek swab extract (standard extraction protocol) added to each well and allowed to desiccate (stable for at least several months at room temperature).

Alternatively, 50 ng pure DNA (extracted from tissue or blood) is used.

Primer mix (5 µls) is added to each well and covered with Chill-Out( (Bio-Rad); allows for easy hot-start setup.

PCRs for genotyping performed in 17-µl reactions

Final PCR concentrations:

2.5 mM MgCl2 (AbGene)

1x buffer (AbGene)

200 µM  dNTP (GenScript Corp)

1 unit of Taq DNA Polymerase (AbGene)

Cocktail per 96 well plate:

H2O



724.5 µls

10x buffer


178.5 µls

dNTPs (2.0 mM stock)
178.5 µls

MgCl2 (25 mM stock)

178.5 µls

Taq



  10.0 µls





1,260 µls

.     

Hot-start:  DNA with primer mix (5 µls) are brought to 930 (covered with Chill-Out().  12 µls of cocktail mix is then added to each well for final reaction volume of 17 µls.

