
P. gingivalis competent cells
1. Inoculate a 5ml overnight culture of Pg in TSB+ hemin and menadione (TSBHK) from a fresh plate.  (Heavy inoculum)
2. [bookmark: _GoBack]In the morning (after about 16h) dilute culture (1:10) to about OD600 = 0.25 with pre-reduced TSBHK and grow until OD600 is 0.6 – 0.7. (usually 3 to 4 h)
3. Chill in ice bath until cold (~ 10-15 minutes).
4. Centrifuge 8000 rpm for 5 minutes to pellet cells.
5. Wash two times in electroporation buffer.
6. Suspend bacteria in minimal amount of buffer (that remains after removal of supernatant).
7. Freeze or use 100ul of competent bacteria for transformation.

Electroporation Buffer (EP):
	Final Concentration		500 mls	Stock
	10% Glycerol			50 mls		100%	
	1 mM MgCl2			500 uls		1 M
	Filter sterilize and store at 40C 

