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RNA isolation

Purify nucleic acids

1. Resuspend cell pellet (1.8 mL - 10 mL) in 1 mL TRI-Reagent

2. Incubate at 60°C for 10 min

3. Spin at 4°C for 10 min at max speed

4. Transfer supernatant to new 2mL tube (~950 uL).

5. Add equal volume 100% ethanol

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

7. Place spin column in new collection tube

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

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

10. Spin max speed for 2 min

11. Wash again with 700 ul Wash buffer

12. Spin max speed for 2 min

13. Place column in new collection tube

14. Spin max speed for 3 min

15. Place column in clean 1.5 mL tube

16. Add 90 uL RNase-free water, let sit on column 2 min

17. Spin max speed 1 min

18. Place flow-through on column again, spin 1 min

Make 8 uL aliquots with normalized concentrations, using water to dilute. Then add to appropriate amount of purple loading dye and run on gel. Hope to find distinctive bands (23s, 16s, tRNA), rather than smears.

Store nucleic acids at -80°C if not moving directly to the next step

DNase treatment

1. Add 10 uL RNase-free DNase buffer and 10 uL RNase-free DNase (Promega, RQ1) 
2. Incubate at 37°C for 1 hour

3. Add 300 uL TRI-Reagent

4. Add 400 uL 100% ethanol

5. Go to step 6 in "Purify nucleic acids" protocol above and follow protocol, elute purified RNA in 100 uL RNase-free water. 

Check RNA concentration and quality by Nanodrop. The 260/280 ratio should be close to 2.0 and the 260/230 ratio should be greater than 1.9. Run on a gel. 
