MEKK-1 PCR Protocol

Master Mix

29  uL  water

  5  uL  10X Buffer

  5  uL  DMSO

  1  uL  dNTP (10 mM)

1.5 uL  MgCl2 (50 mM)

  2  uL  3’ genknok primer (10 uM)

  1  uL  3’ wildtype primer (10 uM)

  2  uL  5’ universal primer (10 uM)

0.5 uL  Platinum taq  

** 10X buffer, 50 mM MgCl2, and platinum taq from Invitogen Platinum Taq Polymerase Kit  (cat # 10966-018)

47 uL master mix added to each tube

  3 uL DNA added to each tube

LOAD SAMPLES IN MACHINE AT 94 C

PCR Program

95 C      10 minutes

95 C      20 seconds

63 C      20 seconds          40X

72 C      1 minute

72 C      7 minutes

  4 C      Hold

Product Size
Wildtype band:  400 bp

Knockout band:  650 bp

PCR Primers

5’ universal:


GCC TGT CAC ATG TCC GCA AAC AAT

3’ wildtype:


GCC CTG CCC ATC TAC TTC CCC CGT C

3’ genknok:


CGG AGA ACC TGC GTG CAA TCC ATC

