Dsk 5 PCR Protocol
Master Mix

37.0  uL water

5.0 uL 10X Buffer

1.0 uL dNTP (10 mM)

1.0 uL  Forward primer (10 uM)

1.0 uL  Reverse primer (10uM)

1.0 uL  amplitaq (5 units/uL)

46.0 uL Master Mix to each tube

4.0 uL DNA to each tube

 PCR Program

  94 C     3 minutes

  94 C     20 seconds

  55 C     20 seconds          35 X

  72 C     1 minute

  72 C     7 minutes

    4 C     Hold

  -Purify PCR product with Qiagen Gel Extraction kit

-On last step of kit- elute DNA with 20 uL of water applied to center of            

    spin column

-Using entire volume of purified PCR product add:

           2.0 uL Buffer 2 (New England Biolabs)

           0.5 uL Alu I (New England Biolabs)

-Digest at 37 C for 2 hours

-Run on 2% agarose gel

 Product Size
 Wildtype (+/+):  220 bp

 Heterozygote (+/Dsk5):  220 bp

                                        150 bp




        70 bp

 Homozygote (Dsk5/Dsk5):  150 bp





 70 bp

PCR Primers

DSK5 F


AGA TGG TTC ACT CCC TCA CG

DSK5 R


ATG CTT CCT GAT CTA CTC CC

