
 
Isolation of RNA from C. elegans 

*EVERYTHING (tips, water, bench, etc.) must be RNase/nuclease-free and everything 
must be done in the hood!!!!!*  

 
1. Wash worms off of plate by pipetting a total of 2mL of M9 buffer onto the plate *your 

instructor will demonstrate* 
2. Transfer 2mL of M9 with worms to a 2mL microfuge tube  
3. Spin at 1300g for 1m *worm pellets r unstable*  
4. Remove top aqueous layer by carefully pipetting (keep in mind the worm pellet is very 

unstable and the worms will try to swim out of the pellet) 
5. Resuspend in 1mL M9  
6. Repeat steps 3-4 
7. Resuspend worms in 300uL of TriZol *keep on ice/cold*  

a. TriZol will evaporate when opening tube to put brains in so bring up to 300uL  
before next step 

8. Add 3 sterile glass or silicone beads 

9. Homogenize using BeadMill at max speed (5) for 20s 

10. Rechill tubes in -20°C (freezer) for 5m 

11. BeadMill at max speed (5) for 60s 

12. Incubate 10m at room temp (RT) 

13. Add 60ul (⅕ of total volume) chloroform  
a. CAREFULLY pipette 20uL 3x - chloroform has a low molecular weight →  

evaporates easily → high vapor pressure → volatile  

14. Briefly vortex so that solution becomes cloudy 

15. Spin at max speed at 2-8°C (cold centrifuge) for 10m 

16. Transfer SUPERNATANT (clear aqueous layer on top) to new labelled RNase-free tube 

a. Be extremely careful not to dip pipette tip into middle gooey layer or bottom 
organic layer as this contaminates your sample and you will have to repeat this  
step - again!  

17. Repeat chloroform extraction (steps 8-11) 

18. Add 100uL isopropanol, mix by inverting 

19. Incubate 10m at RT 

20. Spin at max speed at 2-8°C (cold centrifuge) for 10m 

21. Look for pellet (likely won’t see one but it’s there - trust me)  

22. CAREFULLY remove supernatant with pipette until there is a small amount of liquid at  
bottom of tube then invert tube onto paper towel to remove excess isopropanol 

23. Add 300uL 70% EtOH, roll tube between hands *DON'T DISTURB PELLET*, spin briefly 

(~30s) in benchtop centrifuge  



 
24. Turn tube upside down on paper towel to dry pellet, let dry for ~5m or until visibly dry  

25. Resuspend in 40uL RNase-free water 

26. Take samples to Nanodrop/Qubit  



 
NanoDrop  

1. Open Nanodrop software on computer → Nucleic Acid → choose RNA from drop down  
menu on the right side of the screen 

2. Clean platform thoroughly using RNase-free water and kimwipe 

3. Pipette 2uL RNase-free water on platform 

4. Click “Blank” then “Measure”  

5. Make sure your blank is a relatively flat red line at zero 
a. If not, clean platform and repeat steps 3-5 until blank is good  

6. Wipe off water and pipette 2uL of sample onto platform 

7. Click “Measure”  

8. Take a picture of the graph and record in your lab notebook:  
a. Concentration (ng/uL) 
b. A260/A280 
c. A260/A230 

*note: A strong peak at 230nm indicates contamination, likely residual EtOH 

9. Clean off sample with RNase free water and kimwipe and repeat for as many samples  
as needed. 


