OLIGO LIGATED GENES:

1)  Design oligos to have 15-20bp overlap with one another.  Order an even # of oligos, this is important for filling in reactions later.  I usually order 59-mers as these are the lower price.

2) Suspend oligos at 2mg/ml in 10mM Tris pH7.5 (or so)

3)  Kinase reactions:


5ul DNA


1.5ul 1M Tris pH7.5  (final 50mM)


12ul 25mM MgCl2  (final 25mM)


0.3ul 0.5M DTT (final 5mM)


2ul T4 polynucleotide kinase 10U/ul  (final 20U)


0.3ul 100mM ATP  (final 1mM)


8.9ul dH2O



37°C 60min


1ul 0.5M EDTA

4) Combine each of kinased oligos  5ul each  +H2O to 50ul (or none if using more than 10 oligos)

5) Heat to 100°C for 10 minutes in metal heat block.  Turn heat block off and slow cool until room temp.

6) Fill in reactions add:


10ul NEB buffer #2


32ul ul dH20 (or less to bring volume to 100ul)


2ul Klenow


1ul 2.5mM dNTPs




37°C 30min

7) Ligate:


Transfer 20ul of above into each of two tubes.  Store rest in -20°C freezer.


Add 1ul 1:10 dilution of ligase (in H2O) to one tube


Add 1ul 1:100 dilution of ligase


Note:  this is for regular NEB ligase, no fancy stuff.  You can also add 1mM ATP to 

reaction


Incubate roomtemp 5 min


65°C 10min

8) This can now be used for PCR to amplify up a gene.  Or directly for ligation into a phosphotased vector.

9)  For ligation into vectors,  make 1:5. 1:25, 1:125, 1:625 dilutions of oligo mixture in 10mM Tris pH7.5.  And then ligate equal volume of vector and dilution as you normally would.

Good luck.

