Sema 3C Genotyping

Targeted Allele:

Forward Primer:


Sema TLacZ Forward: GCG ATT ACC GTT GAT GTT GAA GTG GC
Reverse Primer:



Sema 1750 Reverse: TTC CCA GTG GGG TAG AAC CTA GAG C
Wildtype Allele:


Forward Primer:



Mcol3 Intron:


Reverse Primer:



Sema 1750 Reverse: TTC CCA GTG GGG TAG AAC CTA GAG C

Use above primers in standard PCR mix and run program “Dplx”

1.  94°C - 5 minutes

2.  94°C - 1 minute

3.  62°C – 1 minute

4.  72°C – 1:30 minutes

5.  Repeat steps 2-4 32 times

6.  72°C - 5 minutes

7.  4°C - 99 hours

Run PCR sample on 1.0% agarose gel. The targeted band size should be approximately 650 bp.  The wildtype band size should be approximately 250 bp.
