
DH5a competent cell transformation 

 

Inserting a plasmid into bacteria using heat shock method. 

 

1. Work under sterile conditions (clean bench, fire, sterile tips). 

2. Pre-heat the wet bath to 42°C, make sure you have required amount of 

sterile LB and prepared LB agar plates. 

3. Defrost competent cells in ice. 

4. For each transformation, place 20 µL of defrosted bacteria into a cold sterile 

1.5 mL Eppendorf tube. 

5. Add 2 μL of DNA to be transformed, pipette very gently and mix manually as 

well. 

6. Keep in ice for 30 minutes  

7. Transfer the tube to 42°C for 1 min (Heat shock). 

8. Quickly move back into ice for 3 min.  

9. Add 1 mL of sterile LB. 

10. Incubate at 37°C incubator for 1 hour at 230 RPM.  

11. Centrifuge for 3 min, discard sub.  

12. Spread the 20μL concentrated bacteria on selective LB. 

13. Incubate plate overnight, static at 37°C (plate’s lid towards bottom). 

 


