DNA digest
Protocol by John Church

1. Make a reaction table with desired digests:
	Tube
	DNA
	Enzyme(s)
	DNA Volume (uL)
	H2O Volume (uL)

	1
	SA113
	BAMHI, KpnI
	15
	-

	2
	LR4A3M1
	BAMHI, KpnI
	15
	-

	3
	Backbone
	BAMHI, KpnI
	5
	10



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

	H2O
	10.8
	43.2

	10x Buffer*
	3.0
	12

	DNA
	(15.0)
	 -

	Enzyme 1
	0.6
	2.4

	Enzyme 2
	0.6
	2.4

	Total
	30.0 (15.0 actual b/c of DNA)
	60


*Cutsmart Buffer is used for all the “HF” enzymes. Check the NEB website for buffer compatibility with non-HF restriction enzymes.
 
3. Add indicated amounts of H2O and 10x buffer to master mix tube (MM).
4. Add indicated amount of DNA or DNA+water (for backbone tubes) to individual tubes for digest (1.5 mL microfuge tubes for digests in incubator, PCR strip tubes for reactions incubated in the thermocycler).
5. Add indicated amount of each enzyme (___uL) to the master mix tube (MM).
6. Mix the master mix by pipetting up and down.
7. Add master mix to individual tubes. Volume to add to each tube is the volume in 1 reaction minus the DNA volume (____ul).
8. Incubate at 37°C for 1 hour or up to overnight. 11:49-12:49
9. If using digest for plasmid construction then after incubation at 37°C, add 0.5ul of CIP enzyme to backbone tube, mix by pipetting and put back in37°C incubator for 10 minutes. (this step removes the phosphates from the ends of the plasmid to prevent re-ligation). If using the new Quick CIP – add 1 uL, mix, incubate for 10 mins, then put at 80C for 2 minutes to inactivate the CIP. 1:27 end time


