Primer Design
· 30ish nucleotide from Restriction Enzyme cut site
· Go to designing primers spreadsheets (under Oligos)
· The TM should be between 72 and 74
· Trim from the inside of the gene of interest
· Go back to the snap gene file and control F the sequence that you created in the designing primers spreadsheet
· At the top right, click add primer
· If this is for amplifying a region you need to have both top and bottom
· If this is for sequencing, you only need one
· If this is for amplifying add ATAT at the 5’ end in the primer design window
· Now open the Ramsey lab oligos list
· Add the next KROL
· Find a fitting name
· Column C should fill in automatically
· Copy and paste the sequence from the snap gene file (5’ > 3’)
· Drag down for the nucleotides (automatic fill) 
· Give a fitting description
· Fill in type of cell designed for and date purchased
· Back to the snapgene file, copy the full name from the oligos list and replace “primer 1”
· Double check there is only 1 binding site 
· Add primer to file
· Double check it works (for amplification)
· Actions > PCR > select primers > amplify > check bp
· Check digest with appropriate Backbone (BB)
· Input enzymes
· Replace backbone 
· Replace fragment 
