S59N PCR 

1. Mastermix: total reaction volume 25 (l

	Stock solutions
	1 reaction ((l)
	X reactions

	DNA
	3
	

	10x Tsg buffer
	2.5
	

	25 mM MgCl2
	2.5
	

	For mutant
	
	

	20 (M CS157 
	0.5
	

	20 (M CS181
	0.5
	

	Or for wt
	
	

	20 (M CS159
	0.5
	

	20 (M CS160
	0.5
	

	DMSO
	2.5
	

	10 mM dNTP
	1
	

	H2O
	12.25
	

	Tsg polymerase
	0.25
	


2. Use eppendorf PCR Jip1S59N
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3. Run 2 % agarose gel

400 bp band 

=  +/+ (S59N mutant)

675 bp band

= +/+ (WT)

4. Primer sequences are

CS157 S59NF ACGGAGGCATCTCTCCAATAGAGC
CS181 S59N CAGGGTGTCTTTGCAACTGCAGATTA

CS160 WT TTCTGCCTCTATCCTTGCTGGC 

