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8l 2, Comparison of mutagenesis efficiency between the In-Fusion HD Cloning Kit
and the leading mutagenesis kit. A 12 bp insertion, 12 bp deletion, and a 12 bp change
was generated in a pUC19 vector according to the mutagenesis protocol from the sup-
plier. The In—Fusion Kit consistently generated mutagenesis efficiencies comparable to
those of the leading single—purpose mutagenesis kit.
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CGAGCTCGAATTCACTGGCCGTCGTTTTACAACGTCGTGACTGGGAAAACCCTGGCGTTACCCAACTTAATCG-3”
GCTCGAGCTTAAGTGACCGGCAGCAAAATGTTGCAGCACTGACCCTTTTGGGACCGCAATGGGTTGAATTAGC-5"
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CGAGCTCGAATTCACTGGCCGTCGTTTTACAATACTACCCGTAAGAAAACCCTGGCGTTACCCAACTTAATCG-3”
GCTCGAGCTTAAGTGACCGGCAGCAAAATGTTATGATGGGCATTCTTTTGGGACCGCAATGGGTTGAATTAGC-5
12 base deletion with primers
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CGAGCTCGAATTCACTGGCCGTCGTTTTATAGGAAAACCCTGGCGTTACCCAACTTAATCG-37
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tagenesis. The mutagenic AGCTCGAATTCACTGGCCGTCGTTTTACAACGTCGTGACTGGCCGGAAGGC TAAGAAAACCCTGGCGTTACCCAACTTAATCG-3"
primers are used in PCR TCGAGCTTAAGTGACCGGCAGCAAAATGTTGCAGCACTGACCGGCCTTCCGATTCTTTTGGGACCGCAATGGGTTGAATTAGC-5
with a circular plasmid as
templ"‘lte‘ to generate a lin= Note: all 3 mutation types result in an in-frame stop codon (in red) that truncates and inactivates lacZ.
ear molecule that is purified \_ J
and recircularized via ™ ) 5 o e In-Fusion primers f fing mutants with a 12 bp change (), 12 bp deletion ( ), and a 12 bp insert
Fusion. X (in red) indicates & 3. Sample In-Fusion primers for generating mutants with a 12 bp change , 12 bp deletion , and a 12 bp insertion

complementary regions. (),
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