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 to desing salk insert line oligos

go to arabidopsis sequence viewer. 

www.arabidopsis.org

select sequence viewer

put in name of gene i.e. at1g11160.

click and go to seq viewer at that loci

select view” genes, tDNA/Tn insertions” (default will say “genes”)

look for the salk line shown below the sequence

the sequence nearest the vertical bar is closest estimate of insert site.

select sequence from both sides of the predicted insert site.  take about 500 bps from each side of the insert site and cut and paste this seq. into primer 3 software. 

make the insertion site with brackets so that wild type oligos will surround the insert site. 

keep in mind hat the LBb1 oligo is about 160 bps from the end of the tDNA and thus this fragment will be added to the size of the amplification product. 

make sure that the oligo that is in the unsequenced portion of the gene (i.e. that part that is not highlighted underneath in the seq viewer and having been sequenced by SLAK) is not 160bps away from the predicted insertion site.  If it is the size of the mutant frag with LBB! and the wt frag will be the same size and you will not be able to use a triplex reaction to genotype.  

