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Electroporation 

 

Materials 

Carbenicillin-resistant LB plate (contains 0.02 μM glutamine) 

Carbenicillin solution (150 mg/mL) 

LB medium (contains 0.02 μM glutamine) 

PAK-JΔ9 Pseudomonas aeruginosa 

Plasmid 

Sucrose solution (0.3 M) 

 
Methods 

I. Preparation of Pseudomonas aeruginosa competent cells 

1. In the evening, melt 20 µL of PAK-JΔ9 Pseudomonas aeruginosa on the ice. Transfer 

to 2 mL of liquid LB medium. Inoculate overnight at 37°C shaker at 200 rpm. 

2. The next morning, inoculate 50 μL of the overnight culture into 1.5 mL tube with 1300 

μL of LB. Inoculate at 37°C shake at 200 rpm for about 2 hours. 

3. Monitor the culture until OD600 value is greater than 2.0. 

4. Transfer 1 mL of cells solution into a new 1.5 mL tube. Pellet the cells by centrifugation 

at 12000 rmp for 2 minutes, discard the supernatant. 

5. Resuspend each pellet in 1 mL 0.3 M sterile sucrose solution. Pellet the cells by 

centrifugation at 16000 rpm for 2 min, discard the supernatant. 

6. Repeat step 5 twice. 

7. Resuspend the cells with 100 μL 0.3 M sterile sucrose solution. Keep the cells on ice 

for about 5 minutes, and use as soon as possible for electroporation. 

II. Electroporation 

1. For each sample to be electroporated, peptide 100 ng of plasmid into a sterile 1.5 mL 

microfuge tube. Place the tube one ice. Add 100 μL of electrocompetent cells to each 

plasmid sample. Gently mix.  

 During the process of mixing gently, do not generate bubbles. 

2. Transfer the plasmid/cell suspension to chilled 0.2 cm cuvettes on ice. Tape the 

solution to the bottom of the cuvette. 

3. Pulse the competent cells with a preset electro-rotation procedure (2.5 kV) and quickly 

use the 1 mL of LB in the 1.5 mL microfuge tube to transfer the plasmid/cell suspension 

from the cuvette to the tube.  

4. Incubate the cells for 1 hour at 37°C shaking at 200 rpm. 

5. Plate 100 μL of the cells onto LB agar plates with Carbenicillin. Incubate for 12 hours 

at 37°C. 


