BMSA, BMSD, BML, MWT, BM3A PCR (Bim knock-in)

AFTER floxing!!!!!!!!!
1. Master Mix: (total volume per reaction: 
25 ul)

	Stock solutions
	1 rxn (25 ul)
	X rxns

	DNA
	3 ul (from robot)
	

	Tsg 10 X buffer
	2.5 ul
	

	25 mM MgCl2
	3 ul
	

	10 mM dNTP mix
	1 ul
	

	AH220 (20 uM) primer
	                     1 ul
	

	AH221 (20 uM) primer
	0.5 ul
	

	AH222 (20 uM) primer
	0.5 ul
	

	DMSO
	1 ul
	

	H2O
	12.25 ul
	

	Tsg polymerase
	0.25 ul
	


2. PCR protocol 
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3.  Run a 1.2 % agarose gel in TAE. The following product sizes are to be expected: WT allele (AH220-222): 441 bp.  Mutant allele w/o Neo (AH220-222): 642 bp. Since AH220 is being used for both products, I like to use 2x the amount.

4. Primer sequences are

AH220
5’-ATCACATCATCACCAGGCGAGC

AH221
5’-AAGGCATACTCTGTCTCCTACCGC

AH222
5’-CGTGGTAGAATGGTAGCAAGTGC
