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Fast Mutagenesis System
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Component FM111-01 (10 rxns) FM111-02 (20 rxns)
2xTransStart® FastPfu Fly PCR SuperMix 250 pl 500 pl
DMT Enzyme (10 units/pl) 10 pl 20 pl
DMT Competent Cell 103 (50 u/%) 203 (50 /=)
Nuclease-free Water 1 ml 1 ml
SControl Plasmid (5 ng/ul) 10 pl 20 ul
SControl Primers (10 uM ) 10 pl 20 ul
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Mutagenic Forward primer: 5'- ATTACGCCAAGCGCGCAATTAACCCT-3'
Mutagenic Reverse primer: 3' -T\ACTGGTACTAATGCGGTTCGCGCG- 5
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Component Volume Final Concentration

Plasmid 1-10 ng as required
Forward Primer (10 uM) 1l 0.2 uM
Reverse Primer (10 uM) 1Tul 0.2 uM
2xTransStart® FastPfu Fly PCR SuperMix 25 ul 1x
Nuclease-free Water to 50 pl Not applicable

PCR

94°C 2-5 min

94°C 20 sec

55°C 20 sec j 20-25 cycles

72°C 6 kb/min

72°C 10 min
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Mutagenesis Transformation
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PCR amplification Digestion of parental plasmid x t t.

is by PCR i i DMT enzyme digests and DMT =mutation
with two overlapping primers. Both competent cell further digests parental
primers contain the target mutations. plasmids.
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