Protein precipitation by Ethanol from Polysomal fractions:
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The aim of this protocol is to prepare protein samples from Polysomal fractions in order to view the separation of various proteins in a sucrose gradient. The protein sample can be used for western analysis.
Procedure:
1. Polysomal separation on sucrose gradient.  In short - Chemical and mechanical lysis of cells in log phase, followed by separation on a 10% - 50% sucrose gradient for 2:30 hrs, 35000 rpm, 40 C. See detailed protocol for further details. 
2. Collect fractions.

3. Separate for RNA and protein precipitation.

4. Add 2 volumes of 100% EtOH (for example if the fraction collected is 400 l – add 800 l EtOH).
5. Incubate 1/2 hr to over night at -200C.

6. Centrifuge for 25 min, max rpm (13000 – 14000 rpm), 40 C.

7. For SDS-PAGE, resuspend protein pellet with 100 l 2x LSB.

8. Incubate for 30 min in 400 C (recommended for membrane proteins) or for 3 min at 95 º, depending on the properties of your protein.
9. Store at -200C. Run ~10-15l on SDS-PAGE gel.

Reagents:
· 100% EtOH 

· 2x LSB:  Prepare between 10-50 ml for numerous samples and store at room temp.
4% SDS 

20% glycerol 

4 mM EDTA 

0.2 M Tris pH 6.8 

4% -mercapto-ethanol 

1 gr/Liter Bromophenol blue
