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Top Strand

Step 1: create the overhang
5’  gat c
Step 2: extend the sequence (adding a non-C nucleotide first)

5’  gat cA

Step 3: add the first restriction site

5’  gat cAG ATC TT
              BglII (sticky)

Step 4: add a second restriction site and end the sequence so it will bind with the BglII overhang

5’ gat cAG ATC TTA GGC GCC GCA
                                     SfoI (blunt)
Step 5: translate the codons to ensure a ‘difficult’ string of amino acids will not be made

Aspartic acid

Glutamine

Isoleucine

Leucine

Glycine

Alanine

Alanine

Bottom strand

Step 1: Design bottom strand (complementary to top strand)

3’ TC TAG AAT CCG CGG CGT 5’ 

Step 2: Add the overhand
3’ tc tag aat ccg cgg cgt CTA G 5’ 

Step 3: anneal both strands.

5’ gat cag atc tta ggc gcc gca 3’

        3’ tc tag aat ccg cgg cgt cta g 5’ 

