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1. Top strand

a. Purpose: Begin strand with sequence that will anneal to BamH1 overhang.

i. 5’ gat  c 3’

b. Purpose: Pick a base that is not “C” so we do not regenerate the BamH1 site.

i. 5’ gat  cT 3’
c. Purpose: Add the first of two new restriction sites that will be unique to M13K07.

i. 5’ gat  cTC  GAC  3’

ii. Enzyme: Sal I
d. Purpose: Add the second of two new restriction sites, can use a blunt cutter.

i. 5’ gat  cTC  GAC  GGC  GCC  3’

ii. Enzymes: Sal I, Sfo I
e. Purpose: Check most 3’ base is not a “G” and translate codons.

i. Check: 3’ most base is not a “G”

ii. AA’s added are: L, N, G, A.

2. Bottom strand

a. Purpose: Write the complementary sequence to all but the first 4 bases to your top oligo.

i. Remember!: We are designing the bottom strand from the 3’ end.

ii. 3’ GGC  GCC  GTC  GA  5’

b. Purpose: Add the 4 base overhang that could anneal to the M13K07 backbone we’ve digested with BamH1. Make sure the bases are in the right order and on the right end of the oligonucleotide.

i. 3’ AG  CTG  CCG  CGG  cta g  5’
c. Purpose: Anneal the two strands and confirm they produce the AA’s you think they will. Also confirm the restriction enzyme sites.
   5’  gat  cTC  GAC  GGC GCC  3’

           3’  AG  CTG  CCG  CGG cta g  5’

Makes AA’s in red: …G, F, N, E, L, N, G, A, D, P, F, V, C, Y…..

Top strand: 5’ GAT  CTC  GAC  GGC  GCC 3’

Bottom strand: 5’ G  ATC  GGC  GCC  GTC  GA 3’ 

