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P3+myc

TOP STRAND

1. Reverse translation of the myc epitope (EQKLISEEDL) at Gene Design.

GAA CAG AAA CTG ATC TCT GAA GAA GAC CTG
2 & 3. Annealing top strand to BamHI overhang
GAT CAA GAA CAG AAA CTG ATC TCT GAA GAA GAC CTA
            TT CTT  GTC TTT  GAC TAG AGA CTT CTT CTG GAT  CTA G
In order to insert the myc gene, single strands that complement the BamHI overhangs are necessary on both ends. In addition, it is necessary to maintain the reading frame, so two additional base pairs were added after the complementary sequence and before the myc gene sequence. Between the choice we had between Gln and His (both codons start with C), we chose glutamine, which is neutral. The amino acids that surround this position (Asp and Glu) are both acidic, and Histidine was ruled out because it is basic. Finally, in order to prevent the regeneration of the BamHI site, we changed the last base pair from a G to an A. 
4. Creating a restriction site
GAT CAA GAA CAG AAA CTG ATA TCT GAA GAA GAC CTA
            TT CTT GTC TTT GAC  TAT AGA CTT CTT   CTG GAT  CTA G
We decided to use the restriction enzyme EcoRV. We changed the C(A, which maintained the same amino acid and created the correct sequence for the cut site (5’ GAT ATC 3’)

5. Reformatting
gat cAA GAA CAG AAA CTG ATA TCT GAA GAA GAC CTA
        TT CTT GTC TTT GAC  TAT AGA CTT  CTT  CTG GAT  cta g

BOTTOM STRAND
1. done

2. done
3. done
4. 

gat c aa GAA CAG AAA CTG ATa TCT GAA GAA GAC CTa
         tt  CTT  GTC TTT GAC TAa AGA CTT  CTT  CTG GAt  cta g

This results in 11 amino acid insertion (Gln +10aa myc) at D215, followed by natural sequence picking up at D215P216F217.
