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Preparation fo Electro-Competent cells

(from Alonso lab)

Day 1

Streak out cells from a glycerol stock on a fresh LB plate (with or without antibiotics, depending on what strain you are going to use). Culture at 37C, overnight.

Day 2

      1. Autoclave centrifuge bottles (4 x 250ml bottles), 1.7 ml eppendorf tubes, 1L of LB 

         liq medium(in a 2L flask), 2L ddH2O and 200 ml 10% glycerol (in H2O). Store at 4C.

     2. Pick a single colony with a sterilized toothpick and culture cells in 10 ml liquid LB    

          medium with shaking at 250-300 rpm 37 C, overnight.

Day3

  IMPORTANT:  Pre-chill everything (bottle, H2O, glycerol, tubes, etc) on ice.

1. in the morning, inoculate the 10 ml overnight culture into 1L LB,  shaking at 250-300 rpm at 37C until OD600 reaches 0.4-0.6 (usually takes about 3h).

2. Put the flask of culture in ice/water mix immediately. At the same time, let the centrifuge cool down to 4C.

3. Pellet cells at 5,000 rpm for 10 min at 4C. Discard the medium.

4. Wash the cells with 1L ice-chilled sterilized ddH2O. Keep on ice, Shake gently. (You may add a small amount of H2O first and resuspend the cells with a pipettor. Then add the rest of H2O).

5. Pellet cells again at 5,000 rpm for 5-10 min at 4C.

6. Discard the liquid.  Wash cells again with 0.5L ice-chilled ddH2O (repeat step 4-5).

7. Do the 3rd wash with 100 ml ice-chilled 10% glycerol (repeat step 4-5). 

8. Discard the supernatant. Resuspend cells in 2-3 ml ice-chilled 10% glycerol. 

9. Aliquot 80 (l of cells into each sterile eppendorf tubes. Freeze cells in EtOH/dry ice mix (liq N2 is OK, too) and store at –80C. These cells may be good for many years.

10. Use 40 (l cells/electroporation. Better test the efficiency and contamination of these cells before doing your important transformations.   

This protocol is also useful in preparing agrobacteria electro-competent cells

