LIGATION

Digest mutant DNA and expression vector with same RE.

Run out half digestion on 0.8% agarose gel, cut out respective bands.

Gel Extraction (Qiagen):


Add 3 volumes Buffer QX1 (yellow) to gel (100mg = 100l)


Incubate at 50oC/ 10 min. Vortex  every 1-2 min.


Yellow color indicates pH< 7.5 If blue/purple, add 1M sodium acetate


Add 1 gel volume of 100% isopropanol, mix.


Place spin column in 2 ml collection tube.


To bind DNA, add sample to column and spin/ 1 min.


Discard flow through.


Wash with 750l buffer PE, spin/ 1 min.


Discard flow through, spin/ 1 min., discard collection tube.


Place column into new labeled epi.


To elute DNA, add 50l TRIS-HCl or EB Buffer, incubate RT/1 min.


Spin/ 1 min., spec for [DNA]


Ligation Rxn: Set up ligation in 3:1 to 5:1 ratio of construct:vector.


Note: Ratio based on molecules, not [DNA].

Example: If vector DNA = 5.3 kb and construct DNA = 2.3 kb, then have a 2:1 vector to construct ratio, so need 6:1 to 10:1 [DNA] ratio to give 3:1 to 5:1 molecular ratio.

	Construct DNA
	3 to 5 molecules (approx. 3- 5 l)

	Vector DNA
	1 molecule

	T4 Ligase
	1 l

	Buffer
	1 l

	H20
	Bring volume to 10 l

	TOTAL VOLUME
	10 l


Incubate at 16oC/ 16 hrs (“Soak” file on thermocylcer), put in 4oC (.

Digest 2l and run out on 0.8% agarose gel to check for positive ligation. 

