

ant-9 


CAPS/SSLP MARKER DESCRIPTION FORM

Franks Lab

Date:  22 June 2007

NAME of CAPS/SSLP MARKER - ant-9 allele

Purpose - To identify het and homozygous ant-9.  need two separate reactions one for wt and one for the mutant

Reaction 1

oligo1: 
ANTwt-Fii - (Box1A1)

oligo2:

ANTwt-R - (Box1B1)

annealing temp: 
55 deg (consider raising to 57 for the wt oligos)

extension time at 72 deg.: 1 min 

no of cycles - 40 (keep cycles to 40 or fewer to prevent extra background bands at 800 bp in the wt.

MgCl2 conc.: 1.5 mM

Reaction 2

oligo1: 
ANTwt-Fii - (Box1A1)

oligo2:

ANT-9R - (Box1A2)

annealing temp: 
55 deg

extension time at 72 deg.: 1 min 

no of cycles - 40-45

MgCl2 conc.: 1.5 mM

other special conditions:

Expected sizes of amplicons

Wild type band = 800 bp

mutant band  = 725 bp

Notes: plants that were clearly homozygous for the ant-9 allele phenotypically sometimes gave a weak band at approximately 800 bp with the wt oligos.  thus these plants were confused for being hets by pcr.  May be best to reduce the number of cycles for the wt oligos or increase the temperature of annealing.  The ant-9 mutant bands on the other hand were variable and somewhat weak and so they may not tolerate a higher temp. 

