Electroporation

Materials

2 Ice buckets

Normal (H20) Ice

Dry Ice

Ethanol

Cuvette (0.1 cm gap)

Electrocompetent cells (DH10B)

DNA

E. coli Pulser

Pipetters

SOC growth media

Culture tube

Procedure: Make sure all steps are kept on ice

1. Fill one ice bucket with normal ice

2. Place cuvette, cuvette holder (from E. coli Pulser), cells, and DNA on ice

3. Allow cells to thaw for 15 minutes

4. Using a 20 uL pipetter, pipette 20 uL of cells into the cuvette
- Place cuvette back onto ice when finished
- Make sure cells go into the pipette tip
- Make sure pipette forms a tight seal with the tip

5. Pipette 2 uL of DNA into the cuvette, and place back onto ice

6. Prepare room temperature SOC for later use

7. Turn on Pulser, and raise the voltage to 2.5 KV

8. Place cuvette into cuvette holder

9. Quickly puch cuvette holder into Pulser

10. Push and hold the "pulse" buttons on the machine until a distinct beep is heard

11. Check the time constant for the pulse by pressing both voltage buttons
- The time constant should be about 4.5 milliseconds
- Anything that is much less than 4.5 milliseconds is unacceptable

12. Take 1 mL of SOC and pipette into the cuvette; mix well.

13. Pipette entire contents of cuvette into the culture tube

14. Clean cuvette with the following procedure:
- Rinse 4 times with distilled water
- Rinse 3 times with ethanol

15. Put cuvette into drawer

16. Put culture tube into the shaker (60 minutes, 37° C) 

