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RNA purification using Trizol and RNeasy columns.

0. Homogenize samples in 500 ul Trizol, 5', RT
0.1 Freeze indefinitely at -80

1. Thaw to RT
2. Briefly spin down Phase-locked gels (heavy)
3. Transfer Trizol samples to Phase-locked gels
4. Add 100 ul Chloroform, mix vigorously with shaking.
5. Spin down at 10k rpm, 10', 4 degrees
6. Transfer aq. phase to new tubes (~250ul)
7. Add equal volume (~250ul) 70% EtOH
8. Mix gently
9. Transfer to Qiagen RNEasy columns
10. Spin down, 30s
11. Dump Flow-through, Add 500 ul RW1, Spin, 30s
12. Dump Flow-through, 700 ul RPE, Spin, 30s
13. Dump Flow-through, move column to fresh tube, spin down, max speed, 1'. Wipe off excess EtOH from the columns.
14. Elute w. 20-30ul EB or RNase-free water (let columns sit for 1’ before spinning)
15. Ice, Nanodrop, Freeze at -80
[bookmark: _GoBack]
