Colony PCR

 

Purpose: Rapid screening. Prior to growing a colonies for plasmid mini preparation, the presence of the appropriate insert as well as its orientation can be determined using direct colony PCR.

 

Do not using commercial Taq polymerase.

 

1. 1. Pick a colony from an agar plate using sterile toothpick

2. 2. Transfer the bacteria to a 1.5ml tube containing 50 (l of sterile water

3. 3. Vortex to disperse the pellet.

4. 4. Boiling 3 min, and centrifuge at 12000xg for 1min.

5. 5. Centrifuge and transfer 1ul of supernatant to a fresh 0.1ml PCR tube.

6. 6. Make a master reaction mix as follows

	Reagent
	Volume 
	Cocktail  (ex  10)

	dH2O
	9.6 (l
	96 (l

	10X PCR buffer 
	2 (l
	20 (l

	25mM MgCl2
	1.6 (l
	16 (l

	2.5mM dNTP
	1.6 (l
	16 (l

	Forward primer 2pmol/ul
	2 (l
	20 (l

	Reverse primer 2pmol/ul
	2 (l
	20 (l

	Template
	1 (l
	-

	Taq (5 U/ (l)
	0.2 (l
	2 (l

	Total 
	20 (l
	 


 

7. 7. Add 19 (l of cocktail mixture to each PCR tube, mix gently and centrifuge.

8. 8. Set PCR cycle. 94(C 5min + (94(C 30 sec + 55(C 30 sec + 72(C 30-1min)35 + 72(C 7 min + 4(C keep.

 

