
Clonal Plating 

Overview of the process 

Clonal plating is used when one wants to make sure that the clone which one is using is essentially pure. 

Meaning, the clone is free of contamination and also does not contain another clone. When clonal 

platting, one wants to collect plaques made from single cells. To do this, one needs to make sure to 

plate out a very low density of spores on a single plate. For this to happen collecting a single fruiting 

body should be enough for the entire process. After collecting cells, one needs to plate this on another 

plate to let it grow to form fruiting bodies. This plate needs to frozen away and stored properly for 

future experiments.  

Materials Needed 

Plate full of fruiting bodies  

Sharpie 

Bunsen burner 

KK2 

SM/5 plates 

KA 

Ethanol  

Spreader  

Sterile Pipet Tips (preferably the long skinny 

10µl tip or yellow tips) 

1.5 ml Eppendorf Tubes  

 

Instructions 
1. Turn on flame on the bench.  

a. Or this can be all done under the hood to greatly diminish the chances of 

contamination.  

2. Take one 1.5 ml Eppendorf tube and fill this with 1000µl of KK2.  

3. Open plate full of fruiting bodies near the flame to decrease the chances of contamination.  

4. Pick up a single fruiting body with a sterile pipet tip.  

a. If you are not able to pick up a single fruiting body this way, you can use the dissecting 

scope. Make sure you do not leave the lid off of the plate for too long.  

5. Place the lid back on the plate and place the pipet tip in the Eppendorf tube full of KK2.  

6. Then dispose of the tip and close the Eppendorf tube.  

7. Vortex the Eppendorf tube.  

8. Take a second 1.5ml Eppendorf tube and fill this with 990µl of KK2  

9. Take 10µl of spore solution from Eppendorf tube from step 8 and place this in the Eppendorf 

tube from step 9.  

10. Vortex this new Eppendorf tube.  

11. Label this tube with a symbol or clone name that it came with and throw the other one away. 

12. Label a new SM/5 plate with the clone name, your name, and date on the agar side.  



13. Open the lid and once again keep it close to the flame to decrease the chances of 

contamination.  

14. Place about 300µl of KA onto the plate.  

15. Place about 50µl of the spore solution from the Eppendorf tube from step 12.  

16. Dip the spreader in ethanol and flame it to sterilize the spreader. Cool it by gently touching a 

part of the agar that is dry.  

17. Then use the spreader to mix the KA and the spore solution evenly throughout the plate.  

18. Close the plate and turn off the flame.  

19. Let the plate sit for about 2-3 days.  

20. Check on the 2nd and 3rd day for plaques (circles which will be pale and usually looks like a ring). 

If you see fruiting bodies or aggregation then you will need to start over from the beginning.  

21. If you are able to see plaques, make sure you circle it with the sharpie and label it. Make sure 

not to pick plaques which look to be overlapping.  

22. Gather as many 1.5ml Eppendorf tubes in order to place one individual plaque in a separate 

Eppendorf and label these Eppendorfs in correspondence to what is labeled on the plate. For 

example if you have 4 plaques label them A, B, C, D and label your Eppendorf tubes as A, B, C, D.  

23. Fill the 1.5ml Eppendorf tubes with 300µl of KA 

24. Label plates with your name, date, clone and a single letter from the Eppendorf tubes on the 

agar side. For example, Joan, 23-July-2011, QS4, A.  

25. Turn on flame.  

26. Open the plate close to the flame.  

27. Take a skinny sterile pipet tip and gather only the ring of cells which you marked with a letter.  

28. Place this in the corresponding Eppendorf tube. For example if you pick up all of A place this in 

the Eppendorf tube labeled A and only that one! 

29. Using the pipette aspirate the cell/KA solution 

30. Repeat steps 28-30 for each separate letter. 

31. Open a new SM/5 plate halfway close to the flame and pipette 300µl of KA onto the plate. 

32. Then making sure to match up plate with Eppendorf tube take 150µl of cell solution and pipette 

this onto the plate.  

33. Repeat steps 16-19. 

34. Close the plate and let it sit until fruiting bodies are fully developed 

 

When they are fully developed they are reading to be frozen away. Please see protocol: Freezing 

Dictyostelium strains. 


