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Electroporation

1. Locate Electroporator power source and cuvette holder (Eppendorf). Set the   

      conditions for transformation according to strain.

            For DH5a or TOP10 cells, use 1.8 kV. The time constant (tau value) should be 4- 

            6 msec.)

            For agrobacteria, use 2.5 kV or follow the instruction. 

      2.  Thaw required number of frozen cell aliquots  on ice, 40 (l/transformation.
      3.  Thaw plasmid DNA in TE/H2O on ice.  

                If your are going to transform ligation reaction, do phenol/chloroform   

          extraction,  EtOH precipitation (add 2 vol 100% EtOH + 1/10 vol 3 M NaAC , -20 

          C for 30 min or longer, then pellet DNA in a benchtop centrifuge at 14,000 rpm for 

          10 min), then wash pellet thoroughly with 1 ml 70% EtOH for 1-2 times. Air dry  

          and dissolve DNA in 5(l of ddH2O. 

4. Add 1-2 (l of DNA to competent cells. Mix by turning the tube (Don’t pipet). 

5. Add cells slowly into a ice-chilled sterile cuvette (2 mm). Avoid making air bubbles.

6. Put cuvette into the holder. Double click on the “Pulse” button.

7. When the electroporation done (you can see the voltage shown on the screen change back to e.g. 1800 V), take the cuvette out. Add 500 (l LB (w/o antibiotics) immediately to cuvette. 
8. Transfer cells to a sterile eppendorf tube, incubate at 37 C for 1h (or more 2h for agrobacteria) with shaking.
9. Spread 100-300 (l of cells onto a selective plate. Incubate at 37 C overnight.
Good luck with your transformation!
