BFSA and BFSD PCR (Bmf knock-ins)
1. Master Mix: (total volume per reaction: 
25 ul)

	Stock solutions
	1 rxn (25 ul)
	X rxns

	DNA
	3 ul
	

	Tsg 10 X buffer
	2.5 ul
	

	25 mM MgCl2
	2.5 ul
	

	10 mM dNTP mix
	1 ul
	

	AH195 (20 uM) primer
	0.5 ul
	

	AH196 (20 uM) primer
	0.5 ul
	

	AH197 (20 uM) primer
	1 ul
	

	DMSO
	0.5 ul
	

	H2O
	13.25 ul
	

	Tsg polymerase
	0.25 ul
	

	
	
	


2. PCR protocol (same protocol as for BFKO, in case you want to put rxns in the same cycler)
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3.  Run a 1.5 % agarose gel in TAE. Primers AH196+AH197 yield a wt-specific 300 bp product. And primers AH195+AH197 yield a mutant-specific 500 bp product. I like to use 2 ul of the primer used for both products (AH197) per rxn.

.

4. Primer sequences are

AH195
5’-CAATGGGATGGCTTCCTGTAGTC 

AH196
5’-CCAACCTTTATCATTGCCCAGTC 

AH197
5’-AAGTAGAAACCCCTGACACCTTACC

