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Top Strand, Step 1
Purpose: Create sequence to anneal to overhang created by BamHI digestion of M13K07
gat c
Top Strand, Step 2

Purpose: Change fifth base pair to something other than “c” in order to eliminate original BamHI restriction site.
gat cg
Top Strand, Step 3

Purpose: Add a new unique sticky restriction site to M13K07 genome.
gat cga att c
        EcoRI restriction site

Top Strand, Step 4

Purpose: Add another unique blunt restriction site to M13K07 genome.
gat cga att cac gtc
        EcoRI restriction site; BmgBI restriction site (blunt)

Top Strand, Step 5
Purpose: Check for unwanted sequences, such as an additional BamHI site, stop codons, or difficult amino acids.

Glu   Arg   Ile    His  Val
gat    cga    att    cac  gtc
Bottom Strand, Step 1

Purpose: Take complement of top strand so they will anneal together, while still leaving a 4 base pair overhang for the insert to anneal to M13K07 backbone.
ct taa gtg cag
Bottom Strand, Step 2

Purpose: Add the 4 base pair overhang to the 5’ of the bottom strand so that it will anneal with M13K07 backbone at BamHI restriction site.

ct taa gtg cag cta g

Bottom Strand, Step 3

Purpose:  Check to make sure the Top and Bottom strands anneal as desired.
Glu   Arg   Ile    His    Val  

gat    cga    att    cac    gtc

           ct    taa    gtg    cag  cta g

EcoRI and BmgBI restriction enzymes will cut our insert

Bottom Strand (5’-3’): g atc gac gtg aat tc 
