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SLK1_043160


CAPS/SSLP MARKER DESCRIPTION FORM

Franks Lab

Date:  Jul. 12, 06
NAME of CAPS/SSLP MARKER - SLK1_043160     (in gene At4G25520)

Purpose - To identify het and homozygous salk_043166 line inserts in SLK1 gene (At4G25520).

oligo1: 
Slk1-556 F (use 1 ul per 20 ul reaction)

oligo2:

SLK1.1200 R

(use 1 ul per 20 ul reaction)

oligo3:

LBb1 

(use only 0.3 ul per 20 ul reaction)

annealing temp: 
55 deg

extension time at 72 deg.: 1 min.

MgCl2 conc.: 1.5 mM

other special conditions:

reduce the concentration of oligo LbB1 by 1/3 to favor the larger 670 bp product 

Expected sizes of amplicons

Wild type band = 670 bp

mutant band  = 424 bp

sometimes gives a primer/ primer artifact at 270 bps when there is little or no genomic template DNA in the reaction

One problem with the PCR for SLK1_043166 is a weak background band that appears very close to the same size as the wt amplicon; thus homozygous individuals appear weakly heterozygous.

could reduce cycle number (this was done at 45 cycles; could try 35 to 40 cycles) or raise temperature to get rid of this band in future attempts. 

