MKK 4 Wildtype and Mutant PCR

**Prepare separate reactions for wildtype and mutant primers

Master Mix 

38.0 uL Water

  5.0 uL 10X Buffer

1.0 uL 10 mM dNTP

1.0 uL Primer 1 wt or mut (25 uM)

1.0 uL Primer 2 wt or mut (25 uM)

1.0 uL amplitaq (5 units/uL)

47 uL Master Mix added to each tube

3 uL DNA added to each tube


***using DNA that has been purified by phenol:chloroform:isoamyl alcohol

LOAD SAMPLES IN MACHINE AT 94C

PCR Program

94 C    3 minutes

94 C    1 minute

54 C    1 minute            40X

72 C    1 minute

72 C    1 minute

  4 C    Hold

Product Size

Wildtype band:  460 bp

Mutant band:  440 bp

PCR Primers

Wildtype 1:


ACA GCA AAT TTT GGA AAC AGC

Wildtype 2:


AAT TTC TCC AAG GTC TTT CAA

Mutant 1:


ACA GCA AAT TTT GGA AAC AGC

Mutant 2:


CTC CCC TAC CCG GTA GAA TTC

