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Oligonucleotide Design

Step 1.  Top strand to anneal with digested M13K07 backbone.

5’  gat/c  3’
Step 2.  Make sure not to regenerate BamHI

5’  gat/ca  3’

Step 3.  Add restriction site

5’  gat/ca^g/atc/t  3’

              BglII
Step 4.  Add another restriction site

                           (cc was added to 3’ end in order to complete the codon)

5’  gat/cag/atc/tcc/cac/gtc  3’


       BmgBI
Step 5.  Checks

3’ site is not a “G”
5’  gat/ cag/ atc/ tcc/ cac/ gtc  3’
    Asp Gln  Ile   Ser His Val

Bottom strand step 1. Add complimentary bottom strand
5’  gat/ cag/ atc/ tcc/ cac/ gtc  3’
3’           tc/ tag/ agg/gtg/ cag   5’
Bottom strand step 2.  Add complimentary 4 base overhang

5’  gat/ cag/ atc/ tcc/ cac/ gtc  3’
3’           tc/ tag/ agg/gtg/ cag/ cta/ g   5’

Bottom strand step 3. Put it all together

   Asp  Gln  Ile  Ser  His  Val

5’  gat/ c^ag/ atc/ tcc/ cac^/ gtc  3’
3’            tc/ tag/ agg/gtg/ cag/ cta/ g   5’

              BglII             BmgBI

