	Tube
	DNA
	Enzyme(s)
	DNA Volume (uL)

	1
	pKR7
	NotI, EcoRV
	2

	2
	pKR33
	NotI, SmaI
	2



1. Set up master mix table:
	Components
	Volumes in 1 reaction (uL)
	Volumes in Master Mix 3x (uL)

	H2O
	23.8
	32.4

	10x Buffer*
	3.0
	9

	DNA
	(2.0)
	-

	Enzyme 1
	0.6
	1.8

	Enzyme 2
	0.6
	1.8

	Total
	30.0 (28.0 actual b/c of DNA)
	45.0




