ELECTROPORATION OF A. TUMEFACIENS CELLS WITH PLASMID DNA

(Protocol from Steve Farrand’s lab, 1996).

1.
Thaw electrocompetent cells on ice.

2.
Incubate 80µl competent cells with 1µl (50-250ng) plasmid DNA which is in water, 10 mM TRIS, or TE. High-salt buffers (ex: ligation buffer) should be avoided as they will ‘arc’ during electroporation.

(Note: Water is recommended as the safest solvent for your DNA to avoid arcing).

3.
Transfer the cell/DNA mixture to a chilled 0.2cm BIO-RAD electroporation cuvette.  Tap the mixture to the bottom of the cuvette.

Keep on ice.

4.
Turn on and set the BIO-RAD Gene Pulser (set to the 25 µF capacitor, set the pulse controller unit to 400 ohms, set volts to 2.5kV).

5.
Transfer the cuvette to a BIO-RAD Gene Pulser slide.

5.
Apply a single 2.5kV electrical pulse (field strength of 12.5 kV/cm) by simultaneously pressing both red buttoms on face of gene pulser.  Pulser will beep when finished. Time reading ideally will be above 9.3, but lower values may still be ok. Time will be lower the more salt (remember that DNA is also a salt) present in solution and electoporation efficiency may be reduced.

6.
Immediately following the pulse, add 1ml cold MGL broth to the cuvette and gently suspend cells by pipetting up and down two or three times.

7.
Transfer the cell suspension to a test tube and incubate at 28 °C with shaking for 2 hours.

8.  (if selecting on opine, wash out the MGL medium by doing the following):   


Pellet cells, decant supernatant, resuspend in 1 ml 0.15M NaCl.


(dilute 0.1ml 5M NaCl into 3.3ml water).


Centrifuge.  Decant.  Resuspend in 100 µl water.


Spread entire amount on your opine plate.

9.
For antibiotic selection, pellet cells and resuspend in 450 µl water. Plate 25 µl and 425 µl on appropriate selection medium.

Expect to see transformed colonies by 3 days if plated for antibiotic selection or 4 days if plated for opine selection. 
