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1 Domestication of internal BsaI and SapI sites is necessary when a DNA sequence of

interest contains an internal BsaI or SapI recognition site. For domestication,

overlapping PCR can be used. Briefly, the sequence can be amplified as two separate

PCR fragments upstream (fragment 1) and downstream (fragment 2) the recognition

site. The enzyme recognition site will form part of the reverse primer of fragment 1

and the forward primer of fragment 2, that will be specially designed with a single

nucleotide mismatch to alter the recognition site (taking care to not alter amino acid

composition if the region is protein coding). Amplification primers will also contain

SapI recognition sites that will allow the two fragments to be ligated together into the

pUAP-pe. For example if you need to domesticate the following sequence:

5’-atggcgtcaattagtggatgcgcagctgtgcctttgagc………… ctattccagattGGTCT-C-

agccaatgcaactgaagggc …………gattatcacagagggtgatggaaggactatatactaa-3’

(fragment 1: underlined sequence, BsaI recognition sequence: sequence in bold

capital letters and fragment 2: italicized sequence), the primers to be designed are

Primer1: 5’-gaGCTCTTCgtctcgaatggcgtcaattagtggatgc-3’,

Primer2: 5’-taGCTCTTCgCgacc-aatctggaatag -3’,

Primer3: 5’-gaGCTCTTCgtcGc-agccaatg.caactgaagggc-3’, and

Primer4: 5’-taGCTCTTCgtctcaaagcttagtatatagtccttccatc-3’

(SapI recognition sequence: sequence in bold capital letters, common syntax

overhangs: underlined  sequence and primer mismatch: sequence in bold underlined

capital letter). Primer1 and Primer4 are designed according to Level 0 parts primer

design.
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