
PREPARATION OF RNA FROM DROSOPHILA EMBRYOS 
 
 
1. Dechorionate embryos with 50% Chlorox, wash with ddH20, blot dry.  Embryos can be 

frozed in liquid N2 and stored at -80˚ C prior to use.  
 
2. Homogenize embryos in a glass dounce with ~10 strokes of a tight-fitting pestle, using ~6-10 

volumes of ice cold homogenization buffer per volume of "dry" embryos. 
 
 Homogenization buffer: 8 M urea 
     3 M LiCl 
     5 mM EDTA 
     5 mM DTT 
 
 Make a stock without DTT and store at RT.  Prior to use, chill on ice and add DTT to 5 mM. 
 
3. Decant homogenate into 13 ml plastic Sarstedt tubes (or 15 ml glass Corex tubes) and spin in 

Sorvall SS34 rotor at 3000 RPM, 10 min at 0-4˚ C.  (Size of tubes can be adjusted to 
accomodate volume appropriately - Eppendorf tubes can be used and spun in microfuge.) 

 
4.  Trying to avoid floating debris at the top and the loose pellet at the bottom, pipette 

supernatent into fresh tubes.  It will be hard to avoid all of the crud near the bottom - don't 
worry if some comes along since it will be removed in later steps and doesn't appear to harm 
the prep. 

 
5.  Cover tubes and incubate on ice overnight (eg. in ice bucket in cold room). 
 
6.  Spin in SS34 rotor at 12,000 RPM, 30 min at 0-4˚ C (or full speed in microfuge). 
 
7.  Discard supernatent and resuspend pellet in ~2 equivalent "dry" embryo volumes of RNase 

free extraction buffer: 
     10 mM Tris-HCl pH 7.0 
     5 mM EDTA 
     0.5% SDS 
 
8.  Extract 2-3X with an equal volume of 1:1 phenol:chloroform, 1X with 14:1 

chloroform:isoamyl alcohol. 
 
9.  Add 0.1 volume 3 M NaOAc pH 5.2, 2.5 volumes of ETOH, -20˚ C for ≥2 hr. 
 
10.  Pellet RNA at 5000 RPM in SS34 (full speed in microfuge), 15 min at 4˚ C, remove 

supernatent.  Resuspend RNA in ddH20, add 0.1 volume 3 M NaOAc pH 5.2 and 2.5 
volumes ETOH.  Precipitate at -20˚ C for ≥ 2 hr. 

 
11.  Pellet RNA as above, wash 2X with 70% ETOH, air dry and resuspend in ddH20. 
 
 
Notes:   
 Following phenol extraction, all reagents should be treated as necessary to be as RNase free 

as possible (eg. by treatment of solutions with DEPC, baking of any glassware).   
 
 This procedure yields 5-10 mg of total RNA per ml of "dry" embryos.   


