







Kate Broadbent, 2/9/07

P3 + myc epitope

Reverse translation of Myc epitope:

GAA CAG AAA CTG ATC TCT GAA GAA GAC CTG
Add BamHI tail to top strand:

5’- (GAT C)_ _GAA CAG AAA CTG ATC TCT GAA GAA GAC CTG -3’

note: first spacer from 5’ can’t be a C! need to add in an amino acid to keep reading frame correct. Make as neutral a change as possible. I like Leucine
Add BamHI tail to bottom strand:

3’- _ _ CTT GTC TTT GAC TAG AGA CTT CTT CTG GAC (CTA G) -5’

note: need to change the 5th codon from 5’ end to something other than a C b/c we have recovered an unwanted BamHI site! I can do this without changing the amino acid bc is conveniently at the wobble site. Also must add compliment of 2 spacer bases to 3’ end.
Top Strand:
5’- (GAT C)TC GAA CAG AAA CTG ATC TCT GAA GAA GAC CTT -3’

Bottom Strand:

3’- AG CTT GTC TTT GAC TAG AGA CTT CTT CTG GAA (CTA G) -5’
note: I now need to introduce a unique cut site into epitope that is not in M13 backbone by changing C to an A to a get EcoRV (GAT ATC) site without changing natural amino acid Isoleucine.

Final Product:

Top strand:

5’- gat cTC GAA CAG AAA CTG ATA TCT GAA GAA GAC CTT         -3’ 


Bottom strand:

3’-         AG CTT GTC  TTT  GAC TAT AGA CTT CTT CTG GAA ctag -5’

