SNP Mapping Protocol

Each PCR:


1 l lysate*


1 l 10X PCR buffer**    

         make a mix of these 


7.4 l water



         and add to a new


0.2 l 10mM dNTPs  


         plate/strip. Then add 


0.06 l Taq polymerase 

         lysate, primers.


0.2 l each primer (10M). Diluted from 100uM stock.

(Make sure to include parental genotype lysates, N2 and Hawaiian, as controls.)
*be careful not to mix the lysate, as the material at the bottom of the well can interfere with subsequent reactions. Spin down the plate if necessary and always draw lysate from the top of the well.

**10X PCR buffer: 22.5 mM MgCl2, 500 mM  Tris-HCl (pH 9.2), 140 mM (NH4)2 SO4
Reaction Conditions for PCR 

2’ 94°

15” 94°

45” 60°

1’ 72°

5’ 72°

After PCR is finished, cut products with DraI
for each reaction:


4.2 l water                       make a mix of these


1.6 l NEB #4 X 10             and add 6uL to each 
      


0.2 l DraI                          PCR reaction

37° at least 4 hours. Run on 2.5% agarose gel

35  cycles 








