Step 1: 5’ gat/c 3’
Purpose: Created the overhang
Step 2: 5’ gat/cT 3’

Purpose: to prevent regeneration of BamHI site when added back to the M13KO7.  We chose to replace the C with a T followed by an A to retain the hydrophobicity of the amino acid (Leucine) that will take the place of the Proline that is going to be changed.  
Step 3: gat/cTG/ATC/A 3’ 

         BclI
Purpose: replace the BamH1 with a new restriction site, BclI
Step 4: 5’ gat/cTG/ATC/AGT/ACT



        ScaI

Purpose: add a second restriction site, ScaI.  Used a Blunt cutter this time since the first was an overhang.

Step 5:

3’ amino acid is not a ‘G’, ok

Translate:


Leu-Ile-Ser-Thr


(residues added)

Bottom strand:

Step 1:

Designing from 3’ end, leaving out the first four amino acids (overhang after top and bottom anneal)

3’ ACTAGTCATGA 5’

Step 2:

 Add in the overhang to attach to the backbone digested by BamH1

3’ ACTAGTCATGActag
Step 3:

Anneal the top and bottom strands to confirm base pairing and overhangs

     D    L      I       S        T       D
5’ gat/cTG/ATC/AGT/ACT 3’

        3’ AC/TAG/TCA/TGA/ctag 5’
              BclI           ScaI           
