Electrocompetent Agrobacterium

1. Start a 5ml culture (YEP plus appropriate selection - for GV13101 this is Rif50, Gent50) from a freshly streaked plate. Incubate at 28°C overnight (approx. 16 hours).


2. The following morning inoculate 100 ml of media (YEP plus appropriate selection) with the overnight culture. Incubate at 28°C until culture reaches an OD600 of 0.8-1.0.  Start early! It takes about 11 hours. The doubling time is 2 hours.

3. Pellet cells by spinning in a chilled (4°C) Beckman JA-17 rotor for 10 minutes at 4000 rpm.  Pour contents into four Oakridge tubes, balance.


4. Pour off supernatant and resuspend pellet in 2 ml chilled sterile Milli-Q water by pipetting up and down. After pellet is resuspended, add 25 ml cold, sterile Milli-Q water.


5. Spin again (4000 rpm, 4°C) for 15 minutes.


6. Pour off supernatant and resuspend pellet in 25 ml cold, sterile Milli-Q water.


7. Spin again (4000 rpm, 4°C) for 15 minutes.


8. Pour off supernatant and resuspend pellet in 5 ml cold, sterile 10% glycerol.


9. Pellet cells by spinning at 3000 rpm for 15 minutes. 


10. Quickly pour off supernatant - pellet will be very loose - and resuspend in an equal volume of 20% cold, sterile glycerol. (Add about 200 L per tube).


11. Cells can be used immediately or aliquoted (50 L per aliquot) and frozen in liquid N2 and stored at -80°C to be used at a later time.
Modified from: http://www.scienceboard.net/resources/protocols.asp?action=article&protocol_id=165&criteria=

