LIC cloning, benchtop methods

Design oligos to anneal at 55C. For any untagged genes, make sure oligo begins with ATG. Add the following tags to the 5' end of your oligos (consult your vector sequence for specific information, but in general, v1 = tagged, v2 = untagged).
	LicV1 Forward Tag
	TACTTCCAATCCAATGCA

	LicV1 Reverse Tag
	TTATCCACTTCCAATGTTATTA

	GFP reverse tag
	CTCCCACTACCAATGCC

	LicV2 Forward Tag
	TTTAAGAAGGAGATATAGATC

	LicV2 Reverse Tag
	TTATGGAGTTGGGATCTTATTA


PCR



1rxn





2

1ng/uL plasmid template



5

PfuUltraII 10x Buffer



0.4

dNTPs (100mM)



2

Primer 1 (at 5uM)



2

Primer 2 (at 5uM)



1

PfuUltraII enzyme


37.6

H2O



----





50



Cycle at: 


95-3m



95-30s



55-30s

30x


72-15s/kb 


72-3m
Run PCR on gel to verify that reaction worked
PCR Purify

Use Macherey-Nagel kit (or similar) to do a PCR cleanup reaction. It is absolutely essential that NO free dNTPs are in your PCR product.

LIC reaction


Vector



1x



10

Linearized vector



2

T4 buffer



2

dGTP** (25mM)


1

100mM DTT



0.2

T4 polymerase enzyme


4.8

H2O



----





20uL


(can treat vector in large batch, then store the product in the -20C)


Insert



1x




5

Purified PCR



2

T4 buffer



2

dCTP** (25mM)


1

100mM DTT



0.2

T4 polymerase enzyme


9.8

H2O



----





20uL



Incubate at 22°C for 40m, then heat-denature the enzyme at 75°C for 20m. 

**NOTE: if you are using vector 2A-T (untagged), you must switch nucleotides (i.e., add dCTP to the vector and dGTP to the insert). 
Important: T4 polymerase must be "LIC-qualified" – to my knowledge, you can only get this product from EMD Biosciences / Novagen:


http://www.emdbiosciences.com/product/70099

-combine 3uL LICed insert + 3uL LICed vector in 20uL total volume, incubate 5-30 min at RT to anneal. Transform 6uL into XL-1 Blues or similar cloning strain: 


30m on ice


heat shock at 42°C for 45 seconds


2m on ice


add 1mL 2YT and shake at 37°C for 1hour


plate 150uL on appropriate antibiotic plate

