Electroporation

· Materials to prepare one day prior to transformation ALL STERILE:

· 100 mL SOB (-) Mg in 100mL bottle (for overnight)
· 2 x 100 mL SOB (-) Mg in 500 mL flask, covered with foil

· 500 mL 12.5% glycerol in 500 mL bottle (after autoclaving, let cool to RT, then 4oC)
· 8 Oakridge Tubes

· 4 Glass pipettes

· Pulse cuvette

· SOB (-)Mg, per liter

· 20.0g Bactotryptone

· 5.0 g Yeast extract

· 0.584 g NaCl

· 0.186 g KCl

First Night
· Culture competent cells in 3 mL SOB (-) Mg in a culture tube at 37ºC, 200rpm overnight (14 to 16 hours).

The Next Morning

· Transfer 1mL overnight culture to each of the 500mL flasks containing 100mL SOB (-) Mg

· Incubate at 37ºC, 250rpm until OD (Optical Density) at 550nm is just above 0.5 (usually takes about 2 to 2.5 hours).

· Place empty, sterile Oakridge tubes, and glycerol solution on ice about 1 hour before cells are ready to be harvested.

· Once OD550 = 0.5, immediately place culture (flask) on ice for 10 minutes to rapidly cool cells.
· Transfer equal volumes of flask culture to the Oakridge tubes (about 25 ml per tube, balance).

· Spin tubes at 7,000 rpm for 5 minutes at 4ºC

· Decant supernatant in to sodium hypochlorite (bleach).

· Add 5 mL ice-cold 12.5% glycerol to each tube and resuspend by gently pipetting.

· Fill each tube with equal volumes of 12.5% glycerol (fill).

· Balance and spin tubes at 5,000 rpm for 5 minutes at 4ºC.

· Decant supernatant in to sodium hypochlorite (bleach).

· Resuspend each pellet in residual glycerol solution that remains in the tube.  Gentle shaking, P1000 if necessary.  Combine contents of all eight tubes.  KEEP COLD!
· Set cells on ice.
· Transfer 50µL culture to a cold 1.5mL microfuge tube on ice.  Label (D) about 60 tubes, and have tubes in microfuge rack on ice.  Quick freeze in liquid N2 if you want to save competent cells.  Store at -80oC in DH10B electrocompetent box.  When ready for use, thaw on ice.
· Add 1-2µL vector with insert to tube and mix gently.  OR Use 4 L of warmed LMP ligation mix in 10 l of 12.5% glycerol.  Let incubate 5 min on ice.

· Transfer the transformation mix to a sterile pulse cuvette using a sterile glass pipette.

· Place in cold black electroporation chamber, and place inside electroporator.

· Set pulse for 2500 Volts and press start twice.  (1800 V for Agrobacterium)
· Listen for arc (pop – not good)

· Make sure the time constant is above 1 to 1.5

· Move transformation mix to a microfuge tube with 500µL SOC medium, 37ºC. (For Agro, use YEP medium, and incubate at 28oC.)
· Incubate at 37ºC, 200rpm for 1 hour, tape tube to shaker.

· Plate on LB-carb50 with IPTG and X-gal or appropriate antibiotic.

· Incubate at 37ºC overnight. 
· Some constructs will recombine when the intial selection is done at 37oC.  If this happens, then repeat electroporation, and allow clones to grow at room temperature for 3 days.

