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License: This is an open access protocol distributed under the terms of the Creative Commons Attribution License, which

permits unrestricted use, distribution, and reproduction in any medium, provided the original author and source are credited

Protocol status: Working
We use this protocol and it's working

Created: June 28, 2019
Last Modified: September 24, 2019
Protocol Integer ID: 25257
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1 Domestication of internal Bsal and Sapl sites is hecessary when a DNA sequence of
interest contains an internal Bsal or Sapl 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 desighed 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
Sapl 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:

(fragment 1: underlined sequence, Bsal 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’

(Sapl 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 O parts primer
design.
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primer 1 primer 2

- nnn...3’
ct TCTC

...gataaggt:taacCAGAGtcggtta;gttga:ttc:eg...
3’-gataaggtctaacCcacece

~c:
17@7@
-
5,
primer 3 primer 4 Tcz'ccﬂ,n
5.

PCR l

5'nn-GCTCTTC-gtcte-n-xxxx ...ctattccagattc G;G T C T-GAAGAGC-nn

...gataaggtctaaG C A G Ci G-CTTCTCG-nn

nn-CGAGAAG-C A G A iGtcggttacgttgacttcceg... xxxx-n-ctctg-CTTCTCG-nn 5°

pUAP-ye
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|
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