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CAPS/SSLP MARKER DESCRIPTION FORM

Franks Lab

Date: 13 July 2006

NAME of CAPS/SSLP MARKER - SLK2_089954     (in gene At5G62090)

Purpose - To identify het and homozygous salk_089954 line inserts in SLK2 gene (At5G62090).

oligo1: 
Slk2-115 F

oligo2:

SLK2.1012 R

oligo3:

LBb1-**Reduce concentration of LBb1 by 1/3 (i.e. 0.3 microltrs)/reaction

annealing temp: 
55 deg, 30 sec.

extension time at 72 deg.: 1 min.

MgCl2 conc.: 1.5 mM

40 cycles

other special conditions:

Do two separate PCRs: slk2-115F+slk2-1012R and slk2-1012R+LBb1 at 55C for annealing. 

**** Must reduce the concentration of the LbB1 primer relative to the other primers to get the hets to amplify.  Reduce to 0.3 ul per reaction versus 1ul for other oligos. 

Note: the LbB1 primer gives products with either the SLK2 115F (yeilds a 900 bp frag.) or the SLK2 1012 R oligo (yeilds a 300 bp fragment).  There is likely a duplication of the LbB1 annealing site in the genomic DNA. However if both SLK2_115F and SLK2_1012R are used with LBb1 the mutant homozygote leaf preps preferentially amplify the 300 bp piece nearly exclusively. Lba1 oligo did not seem to give two 

products with both oligos. LBa1 only gives one band at 1100 bp presumably with the SLK2 115F oligo.

Expected sizes of amplicons

Wild type band = 950 bp

mutant band  = 300 bp

het sometimes gives three bands ( 300bp, 950bp, 1050bp)

