PCR MINIPREP

Grid out bacteria on LB plate plus appropriate antibiotic.  Grow O/N at 37oC.

Remove small amount (dollop) of bacteria using sterile yellow tip, and place in 1.5 ml microfuge tube containing 10 l of sterile Milli-Q H2O.

Resuspend bacteria completely using yellow tip, and use 1 l of bacterial suspension as template in PCR reaction, place at bottom of PCR tube.

Make Master Mix on ICE, add Taq polymerase last:

For One Tube:



Multiply for # of tubes plus 1.

0.5 l M13 forward 21 (20 pmol/l)

0.5 l M13 reverse 21 (20 pmol/l)

1 l dNTPs

2 l 10X PCR buffer

0.1 l Taq polymerase 

14.9 l H2O

Add 19 l of Master Mix to template.  Mix gently, and place in PCR machine.  Use MINIPREP program.  4 min at 94oC, 30 x [45 sec at 94oC, 45 sec at 58oC, 55 sec at 72oC], 3 min at 72oC, hold at 20oC.

Add 3 l of loading dye to tube when reaction is complete, mix, load 10 l on 1.0 % agarose gel, 0.5X TBE gel.

