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Top strand, step 1: Making 4 Base Overhang

5’-gat,c

Top strand, step 2: Picking next nucleotide (not C)

5’-gat,cg
Top strand, step 3: Choosing a restriction site

5’-gat,cga,att,c

      EcoRI

Top strand, step 4: Creating blunt-end restriction site downstream

5’-gat,cga,att,cag,ctg



 PvuII
Top strand, step 5: Checking site, Translating

*Site ends in G, need to choose different one (ref: step 4)

5’-gat,cga,att,cac,gtc
           BmgBI
 Asp,Arg,Ile,His,Val
5’-gat,cga,att,cac,gtc
Bottom strand, step 1: Writing complementary bases from 3’ end

5’-gat,cga,att,cac,gtc
3’-ct,taa,gtg,cag

Bottom strand, step 2: Adding the bottom strand overhang

5’-gat,cga,att,cac,gtc
3’-ct,taa,gtg,cag,cta,g-5’
Bottom strand, step 3: Translating final sequence

Asp,Arg,Ile,His,Val,Asp

5’-gat,cga,att,cac,gtc,gat,c-3’
3’-cta,gct,taa,gtg,cag,cta,g-5’
Bottom Strand reversed 5’(3’
5’-g,atc,gac,gtg,aat,tg,atc-3’
