Cloning of oligos into plasmids

1. Design oligo with respective 5-prime overhang for a given restriction site. 

2. Order 5-prime phosphorylated version of the above. Need a minimum of 15ug/each oligo. 

3. Reconstitute oligos to approximately 1.5ug/ul

4. Mix forward and reverse oligo in a one-to-one ratio using a minimum volume of 10ul. 

5. Anneal oligos by placing in a beaker of at least 200mls of H2O heated to at least 94oC. Allow the beaker to cool to less than 30oC on the bench. Proceed immediately to #4; i.e. do not freeze, leave at room temp or 4oC overnight.

6. Carryout a serial dilution of oligos diluting 1:5, 1:10, 1:50, 1:100.

7. Ligate 5ul of undiluted oligos plus the serial dilution of oligos from #6 to 200ng vector in minimal reaction volume (less than 15ul).

8. Transform 2-10ul of the ligation. 

9. Colony numbers should increase with increasing dilution of the oligo and then begin to decline. Pick 4-6 colonies per dilution from the plates with the maximum number of transformants and all plates corresponding to a more dilute concentration of the oligo and analyze by restriction digest or sequencing. 

