RNA Isolation Protocol

Modified from (ref 1 & 2) on 8-17-07

Procedure:

1. Add chloroform at a 1:5 ratio (example -200ul of chloroform to 1ml of sample)

2. Mix well by inversion for 30-60 seconds

3. Cool samples on ice for 15 minutes

4. Spin samples for 20 minutes at 10,000g @ 4C0
5. Transfer upper aqueous phase (RNA) to another tube using a pipette

6. Add equal volume of cold isopropanol (~400ul)

7. Incubate samples for 1hr at -20C0
8. Spin samples for 20 minutes at 10,000g @ 4C0
9. Discard supernatant careful not to disturb the RNA pellet

10. Add 1ml of cold 75% ethanol to pellet

11. Mix for a few seconds by inversion

12. Centrifuge samples for 10 minutes at 10,000g @ 4C0
13. Discard supernatant and air dry upside down on kimwipes

14. Dissolve the pellet in 100-200ul of DEPC-treated H2O

15. Incubate RNA for 10 minutes at 55C0 to ensure complete solubilization

16. Store at -80C0
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