
Transformation Protocol 
 

Overview of the process 
 

Transformation is the genetic alteration of a cell. In this lab, we usually use transformation in order to 

label cells with a genetic marker, GFP or RFP. This will allow us to use these clones in mixing experiments 

in order to tell one clone apart from another. Before you begin doing transformations check to make 

sure the electroporator you are using will transform Dicty cells. If it does, also check with the manual 

about the settings for the electroporator as this might change from one system to the next. After the 

transformation you need to either select for those which were successfully transformed either on tissue 

culture plates or G418-SM plates. Instructions for both are found below. If using wild clones either 

centrifuge at least 5 times to remove bacteria from clearing plates or plate out amoebae in culture 

dishes. The cells won’t grow, but they shouldn’t die. 

 

Materials needed 
PSV 

HL5 

H50 

Electroporator 

G418 

Sterile Pipette Tips  

1.5 ml Eppendorf tubes 

G418 – SM plates  

Tissue culture plates  

DNA 

0.4 cm Cuvette 

G418 – KA  

 

Instructions 
1. Prepare your DNA. 

2. Pipette to the bottom corner of a 0.4 cm cuvette, up to 50µg of DNA. 

3. Have Dicty cells ready and prepared to count.  

4. Count cells.  

5. Suspend  Dicty cells at a density of 1 × 107 per ml in H50 in a sterile 1.5ml Eppendorf tubes. 

6. Add 800µl of cells to the cuvette. 

7. Incubate on ice for 5 minutes. 

8. Using an electroporator , give two pulses 5 seconds apart. 

a.  Electroporator settings:  0.9 V and 1.0 V. (Remember this can change depending on 

electroporator used.  

9. Incubate on ice for a further 5 minutes 

10. Add 200µl of HL5+PSV and mix gently with sterile pipette tip 

 

Selection on Tissue Culture Plates 
11. All work after this point should be done under a hood.  



12. Prepare 2 tissue culture plates with 10mls of HL5+PSV. 

13. Put 500µl of cells into one tissue culture plate. 

14. Place the other 500µl of cells into another tissue culture plate.  

15. Incubate for 24 hours or overnight at 22°C. 

16. After the incubation period, clean cells by changing the media in the tissue culture plate. Pipette 

out the HL5 +PSV on the tissue culture plate and throw this away. 

a. Make sure to get rid of all the media!!! Use a P1000 if need be. 

17. Add 10mls of fresh media (HL5 + PSV). 

18. Add 2µl of G418 to one plate (low selection) and 4µl to the other (high selection).  

19. Incubate for 5 days, changing the media and adding the appropriate amount of G418 to it daily 

or as needed.  

 

Selection on G418-SM Plates 
 

1. Have G418-SM plates with preferred concentration ready.  

2. Plate out using protocol for platting out.  

3. Instead of regular KA use G418 KA 

4. Add the cells to G418-SM plates  

5. Allow to grow and develop  

 

 

 

 

 

 

 

 

 


