RNA isolation from sucrose gradient fractions

1. Transfer 100 uL of fraction from sucrose gradient to RNase-free tube

Perform steps in chemical fume hood, wear lab coat, gloves, and goggles. Use only RNase-free reagents and consumables.

2. Add 300 uL TRI-Reagent (stored at 4°C)

3. Add 400 uL 100% ethanol (from RNA only stock)

4. Pass sample over Directzol column, 600 uL per spin, 30 sec per spin at max speed, discarding flow-through in phenol and methanol waste

5. Place spin column in new collection tube

6. Wash twice with 400 uL RNA PreWash buffer, discarding flow-through in phenol and methanol waste

7. Add 700 ul of Wash buffer, let sit on column for 3 min

8. Spin max speed for 2 min, discard flow-through in phenol and methanol waste

Can move from chemical fume hood to bench here if desired.
9. Add 700 ul Wash buffer again, discard flow-through in regular waste

10. Spin max speed for 2 min, discard flow-through in regular waste

11. Place column in new collection tube

12. Spin max speed for 3 min

13. Place column in clean 1.5 mL tube

14. Add 40 uL RNase-free water, let sit on column 2 min

15. Spin max speed 1 min

16. Store RNA at -80°C.

To analyze, combine 10 uL with 2 uL blue loading dye (RNA box) and run on agarose gel (make new 1% agarose and use new buffer).
