Bacterial RNA Extraction with Trizol
Overview
This protocol covers the extraction and purification of E. coli RNA using Trizol and MagMAX. Note that Trizol samples can also be purified by means other than MagMAX. 

Materials
· Trizol (also known as Tri-Reagent and Trizma among other names)
· Stored at 4C
· Lysis Matrix B
· 1-Bromo-3-Chloro-Propane  (BCP)
· Magmax reagents 
· Isopropanol
· Beadruptor
· MagMAX express particle processor 
· Liquid Nitrogen
Procedure
Part 1:
1. Make sure you have liquid N2 on hand.
2. Pellet cells in a microcentrifuge tube at 6000x RPM at room temperature (~1 minute). 
· Note: This protocol assumes that you know when you want to sample cells, and would like to preserve their state as best as possible.
3. Dump out and aspirate supernatant so that little fluid remains. 
4. In a chemical fume hood, resuspend cells in 500µL cold (4C) Trizol. Vortex thoroughly. After resuspension keep on ice or freeze in liquid N2
· Note: This assumes you are using 1-1.5mL worth of cells in a near midlog state (~0.5 OD 600 in M9 media). Smaller or larger volumes may be needed for different amounts or densities of cells.
5. Freeze sample in Liquid N2, store at -80C[footnoteRef:1]. Samples should be stable indefinitely. 
 [1:  Allegedly, samples in Trizol should be stable at -20C for a few months as well.] 

Part 2:
6. When ready to purify thaw samples on ice. Pre-chill lysis matrix B on ice. Pre-chill microcentrifuge to 4C
7. When samples are thawed transfer to lysis matrix B. Make sure to close cap tightly
8. Use beadruptor (make sure to balance in four directions), for 80 seconds at speed 6.
9. When finished, immediately place tubes onto ice (tubes will be hot).
10.  Then add 10µL of BCP per 100µL of Trizol used to each sample. Vortex thoroughly. 
11. Incubate on ice for 5 minutes. 
12. Centrifuge at 4C 10500 RPM for 10 minutes.
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