AGROBACTERIUM ELECTROPORATION COMPETENT CELLS

(from Steve Farrand’s lab, 1996.)

1.
Grow cells overnight in 5 ml MGL medium at 28 °C with aeration.

2.
Dilute the overnight culture 1/100th in 100 ml MGL in a 1L flask and


continue the incubation until OD600 ≈ 0.5 (Check OD600 after 2 hours


and thereafter every 15-20 minutes).

3.
Put on ice at least 5 minutes and keep on ice during subsuquent steps.

4.
Divide the culture into four 50 ml centrifuge tubes (Falcon orange-capped tubes). Harvest by centrifugation at about 7000Xg  (7000 rpm in JA-17 rotor) for 10 minutes at 4 °C.

5.
Decant supernatant and add 25 ml ice cold Buffer #1 to each tube. 


Vortex well to resuspend. 


Centrifuge as in step #4.

6.
Decant supernatant and add 2 ml ice cold Buffer #2 to each tube.


Vortex well to resuspend. 


Centrifuge as in step #4.

7.
Decant supernatant and add 500 µl ice cold Buffer #2 to each tube.


Vortex well to resuspend. 


Pool samples into one tube (2 ml total).

8.
Dispense 80 µl samples of the culture into 1.5 eppendorf tubes.  


Qucik freeze in liquid N2 (or dry ice/ethanol) and stored at -80 °C.

Notes: 
100 ml culture will give 25 tubes competent cells.



These cells are competent to electroporation of Ti plasmids.

Solutions:



MGL medium  (1 liter)


500 ml
LB (5g tryptone, 2.5g yeast extract, 2.5g NaCl)


500 ml 
water


  10 g  
Mannitol

      2.32 g
Sodium glutamate (glutamic acid, monosodium salt)



0.5  g
KH2PO4

0.2  g
NaCl (this is in addition to what is already in the LB)


0.2  g
MgSO4 


  2  µg
Biotin (for Biovar 2 strains--not for C58-derived strains)

Can be prepared by dissolving 1mg in 100µl 95% EtOH 



which is 10µg/µl, so add 2µl of this solution. 

Adjust pH to be close to 7 (takes about 250-300µl of 10M NaOH). However, Phil Oger says that adjusting the pH is not necessary since it is about pH 6.5 prior to adjusting).


AUTOCLAVE.


Buffer #1  (1 mM HEPES, pH7)



1 L
water


  0.24 g
HEPES


≈ 200µl
1M NaOH to pH to 7


Filter sterilize.


Store 4 °C.


Buffer #2   (1 mM HEPES, 10% glycerol, pH7)


     90 mL
water


  0.024 g
HEPES


     10 ml
glycerol


  ≈15 µl
1M NaOH to pH to 7


Filter sterilize.


Store 4 °C.
