
Electroporation of Pseudomonas putida   
 This protocol originates from the Laboratory of Systems and Synthetic Biology. 

Media  

• Sucrose 300 mM (1 L): 102.7 g Sucrose (Sterilization by autoclaving)  

  

Method (for 1 transformation) 

 Preparation  

1. Prepare per Electroporation, one 1,5 eppendorf tube 

2. Put 500-750 uL of overnight culture in a 1,5 ml- tube.  

3. Spin down max speed for 30 sec 

4. Wash with 1 ml 300 mM Sucrose  

5. Spin down max speed for 30 sec 

6. Wash with 1 ml 300 mM Sucrose  

7. Spin down max speed for 30 sec 

8. Resuspend pellets in 200 uL of sucrose  

 Transformation  

- Add your plasmid to your competent cells  

o For pGNW – 750 to 1000 ng  

o For other plasmids 40 - 100 ng  

- Transfer the mix to a prechilled electro-cuvette. Make sure that all the volume is found 

in the bottom of the electro-cuvette.  

- Dry the electro-cuvette with a tissue before placing it in the Electroporator GenePulser 

Xcell.  

- Place the electro-cuvette in the Electroporator chamber in the appropriate position and 

close the cap.  

- Set up the conditions for the electroporation (On > PreSet Protocols > Bacterial > 

Program 2: 2.5 kV, 200 ohm, 25 μF).   

- Click the red button for Pulse.  

- Once the pulse has finished, immediately, add 0.9 ml of LB medium into the electro-

cuvette.  

- Pour the culture into a clean 1.5 mL Eppendorf tube.  

- Incubate for 1 hour in the thermo-block at 30 degrees and 500 rpm.  

 Once incubation has finished, plate all the cells (see steps below), or first plate 100 uL, spin the 

rest down and then plate the rest  

- Centrifuge the culture for 1 minute at >12000 rpm and room temperature.   

- Discard the supernatant and resuspend the pellet gently in 100 μl of LB  

- Collect the 100 μl of culture and spread them on a plate (LB-agar, MM-agar, etc.) by 

using an inoculation hook.   

- Place the plate upside down in the 30oC incubator and incubate overnight until colonies 

appear.   

 


