LSL-kras PCR Protocol

Master Mix

37 uL  water

  5 uL  10X Buffer

  1 uL  dNTP (10 mM)

  1 uL  3’ universal primer (10 uM)

  1 uL  5’ (wildtype/mutant) primer (10 uM)

  1 uL  amplitaq (5 units/uL)

46 uL master mix added to each tube

4 uL DNA added to each tube (50 ng/uL)

** Wildtype and Mutant reactions must be run separately

PCR Program

94 C      3 minutes

94 C      30 seconds

55 C      1.5 minutes           35X

72 C      1 minute

72 C      5 minutes

  4 C      Hold

Product size
Wildtype band:  500 bp

Mutant band:  550 bp

PCR Primers

3’ universal:


CCT TTA CAA GCG CAC GCA GAC TGT AGA

5’ wildtype:


GTC GAC AAG CTC ATG CGG GTG

5’ mutant:


AGC TAG CCA CAA TGG CTT GAG TAA GTC TGC A

