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CAPS/SSLP MARKER DESCRIPTION FORM

Franks Lab

Date:  7 July 2006

NAME of CAPS/SSLP MARKER - SLK1_6A  (in gene at4g25520)

Purpose - To identify het and homozygous SLK1_6A tilling allele.

oligo1: 
Slk1_6A.F

oligo2:

Slk1_6A.R

oligo3:



annealing temp: 
57 deg
extension time at 72 deg.: 30 sec..

MgCl2 conc.: 1.5 mM

other special conditions:

Digest product with Mse I and with Dde I.  USE NEB Buffer #2

DdeI will cut the amplicon from SLK3 if there is any background amplification of this related gene.  The final sizes for the double digest are SLK1_6A mut = 184 while SLK1 wild type = 205. SLk3 gene will give pieces of 88bp and 136 bp.

Expected sizes of amplicons:

after digestion

Wild type band = 224 bp (or 205 with double digest)

mutant band  = 210 bp (or 184 with double digest)

Below should not be necessary if you use a DdeI and MseI double digest. 

NOTE CAN TRY TO MAKE A DIFFERENT REVERSE OLIGO TO AVOID AMPLIFICATION OF SLK3 SEQUENCES THAT CANNOT BE CUT WITH THE MSEI ENZYME AND MAKE IT LOOK LIKE A PARTIAL DIGEST.

try oligo SLK1_6AR2 - 

TGCTTCACTTCTAATCTGGGTTT

amplicon will be 107 bps and then cut to 87 bp if mutant - may need to raise temperature to reduce slk3 band try 59 deg?

