Protocol: PCR Screening

Purpose of Procedure: To screen for recombinant colonies
Reagents Required: 
dNTPs

5’ and 3’ primers

Taq DNA polymerase

Taq polymerase buffer

Template DNA  -colonies from transformation 


              -positive control DNA containing the insert



  -negative control DNA without the insert

DNA sample loading buffer

Hazardous Chemicals Employed:
ethidium bromide
Procedure
1. Use a sterile pipette tip to remove some cells from the centre of a colony on the positive ligation plate and streak them onto a new plate containing suitable antibiotics. Return to the same colony, remove the rest of the cells with the tip and shake the cells off into 50µl of distilled water in an eppendorf.

2. Boil the samples at 100°C for 10 minutes in the heating block to lyse the cells.

3. Spin down the lysates at 13,000rpm in the desktop centrifuge for 5 minutes to pellet out cell debris.

4. Add 2µl of the supernatant thin-walled PCR tubes containing Taq DNA polymerase, polymerase buffer, primers suitable for amplifying the insert and dNTPs. (The amount of primers added will depend on the concentrations of each). Add distilled water to the reaction mixtures to bring the volume up to 50µl.

For positive and negative controls add 1µl of DNA with and without the insert to the same reaction mixture in thin-walled PCR tubes and make up to 50µl with distilled water.

5. Put the tubes into the PCR machine and run a standard programme. For example:

a) 95°C for 5 mins

b) 95°C for 1 min

c) 54°C for 1 min

d) 72°C for 45 secs

e) 72°C for 10 mins 

repeating steps b) to d) 30 times.

6. Mix 5µl of each PCR product with 1µl sample loading buffer and add all 6µl to a 1% agarose gel.
