Ligation Protocol
Protocol by John Church
The purpose of this is to ligate the cut plasmid backbone to the strand of PCR DNA.

1. Make a reaction table with desired ligations. Always include a backbone only control for each plasmid backbone used. 
	Tube
	Insert
	Backbone

	1
	BamHI, KpnI digested, purified SA113 rplU
	BamHI, KpnI digested, purified pEPSA5

	2
	BamHI, KpnI digested, purified 4A3M1 rplU
	BamHI, KpnI digested, purified pEPSA5

	
	BamHI, KpnI digested, purified SA113 SAM
	BamHI, KpnI digested, purified pEPSA5

	
	BamHI, KpnI digested, purified 4A3M1 SAM
	BamHI, KpnI digested, purified pEPSA5

	
	-
	BamHI, KpnI digested, purified pEPSA5



2. Set up master mix table:
	Component
	Reaction 1 (uL)
	Reaction 2 (uL)
	Master Mix (3x)

	H2O
	11.5
	11.5
	34.5

	10x ligase buffer
	2.0
	2.0
	6

	Insert
	4.0
	-
	-

	Backbone
	2.0
	2.0
	6

	Ligase
	0.5
	0.5
	1.5

	TOTAL
	20.0
	20.0
	48



3. Obtain ice to assemble and keep the reactions on. This is important, as the reaction happens at 16°C and the ligase buffer (which contains ATP) needs to be kept cold in order to avoid degradation. Take a 10 uL aliquot of 10X ligase buffer from the miscellaneous buffers box in the -20C.
4. Obtain and label PCR tubes for the reactions. Be sure to include the date and your initials.
5. To the individual tubes, add indicated amounts of H2O (___uL), 10x buffer (_____uL), insert (____uL), and backbone (____uL). 
6. Add indicated amount of ligase (___uL) to the individual tubes. Remember to keep the ligase in a mini cooler. 
7. After all of the components have been added, mix each tube with a pipette set to 18 uL.
8. Place in the thermocycler or water bath overnight at 16oC. Can do at room temp for 10 minutes if necessary.

