
C. elegans Synchronization - Bleaching 

 
C. elegans, like any organism, will grow, mature, and reproduce over time. However, just like 

us, different worms may mature at different rates and reproduce at different times. Because of 

this, a given plate of worms will have individuals that are anywhere from an egg to a mature 

adult. Since these differences in age can result in unwanted variability in our results, we want to 

ensure that C. elegans of similar ages are used for our assays. This time, we will use bleach to 

select for worm eggs, then arrest those eggs at the first larval stage of development before 

treatment. 

 

What you need: 

- Bleach (5%) 

- 5M NaOH 

- KH2PO4 

- Na2HPO4 

- NaCl 

- 1M MgSO4 

- Sterile DI H2O 

- Nematode Growth Medium (NGM) 

- NGM plate with E. coli and C. 

elegans

 

Transplanting Protocol 

1. Obtain a plate of C. elegans containing many worms and eggs. Wash the plate several 

times by pipetting DI H2O across the surface to loosen worms and eggs 

2. Collect loosened liquid, worms, and eggs in a 5 ml conical centrifuge tube. Add water to 

a final volume of 3.5 ml (the tube should have graduation marks on the side for volumes) 

3. Combine 0.5 ml of 5M NaOH and 1 ml of 5% bleach in a separate tube.  

Note: Work with these reagents in the fume hood for safety! 

4. Add the bleach solution to the worm tube and shake/vortex for a few seconds 

5. Incubate the bleach and worm solution for 10 minutes, shaking every 2 minutes 

6. Spin the tube in a table top centrifuge for 30 seconds at 1300 x g to concentrate eggs at 

the bottom. 

Note: after this point, be sure to use sterile technique and sterile tools to work with 

the worms and eggs 

7. Using a sterile pipette tip or Pasteur pipette, remove all but 100 ul of the liquid in the 

tube, being careful not to disturb the eggs. 

8. Wash the eggs by adding 5 ml of sterile DI H2O to the tube, then shaking/vortexing for a 

few seconds. 

9. Repeat steps 6-8 to wash the eggs once more. 

10. Resuspend the purified and cleaned eggs in 100 ul of sterile water. Transfer the eggs to 

the edge of a NGM plate without E. coli or a thin layer of M9 buffer. 

 

 

 



M9 Buffer (1L) 

- 3g KH2PO4 

- 6g Na2HPO4 

- 5gNaCl 

- 1 ml 1M MgSO4 

1. Calculate the amount of each reagent you will need to prepare 250 mL of M9 buffer. 

What are the final molar concentrations of each component in the buffer? 

Note: check with an instructor to be sure that your calculations are correct prior to 

preparing the buffer. 

2. Weigh / measure and combine all components in a beaker filled with approximately 200 

ml of DI H2O 

3. Once combined, pour the solution into a graduated cylinder. Add DI H2O to the solution 

up to the 250 ml mark. 

4. Pool your prepared buffer with that from the other groups. The buffer will be filter 

sterilized once everyone has finished. 


