                                         JIP 3 PCR
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
	

	DMSO
	0.5 ul
	

	H2O
	14.25 ul
	

	Tsg polymerase
	0.25 ul
	

	Jip 3 WTF (100uM)
	0.5 ul
	

	Jip 3 WTR (100uM)
	0.5 ul
	

	OR
	
	

	Jip 3 FP1 (100 uM)primer
	0.5 ul
	

	Jip 3 RP6  (100 uM) primer
	0.5 ul
	


2. PCR protocol-use PCR Machine #5
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3.  Run a 1.5 % agarose gel in TAE. Primers Jip3WTF+Jip3WTR yield a wt-specific 200 bp product. And primers Jip3FP1+Jip3RP6  yield a mutant-specific 500 bp product. 

4. Primer sequences are

Jip3WTF
5’-TGGAGATCCAGAGGACGAGGAG 

Jip3WTR
5’-TCGCTCAGCACCGAGTCAAGGTTC

Jip3FP1
5’-GACTTCCGGCAAGGGAGTGAC

Jip3RP6       5’-GGTGTGGCGGACCGCTATCAGGAC

