Trizol RNA Extraction Protocol

1.  Grind 10-100 mg tissue in a mortar and pestle frozen with liquid N2.  Do not go about 100 mg of tissue or else you will run into problems.

2.  Scrape ground tissue into a 1.5 mL Eppendorf tube containing 1 mL of Trizol (Tri-Reagnet).

3.  Vortex tube to get all tissue incorporated into the liquid, incubate at RT for 5 min.

4.  Spin at 11,000 RPM for 10 min at 4°C

5.  Pipette aqueous solution (minus cell debris at the bottom of tube) to a new tube.

6.  Add 200 ul of chloroform

7. Vortex for 10-15 seconds (solution should be a milky color)

8. Centrifuge at 11,000 RPM for 15 min at 4°C

9.  Remove upper aqueous layer (should be clear unless your samples have a lot of red color to them) to a new tube.  This should be in the ball park of 500-700 uL.

10. Add 500 ul isopropanol, mix by inverting, and incubagte at RT for 10 min.

11. Centrifuge at 11,000 RPM for 15 min at 4°C

12.  Pour off supernatant.  Wash pellet with 500 uL of 75% ethanol, vortex and centrifuge at 8,900 RPM for 5 min at 4°C

13. Let pellet partially dry by inverting the tube, shaking a tiny bit.  Do not exceed 10 min at RT, but try to remove as much of the ethanol as you can.  Dissolve in 30 uL dH2O.  To aid dissolution, incubate at 55-60°C for 10 min water bath or heat block.

14.  Remove DNA contamination (which there will be some) using Turbo DNA-free from Ambion.

15.  Add 0.1 volume of 10X Turbo DNase buffer (usually 3 uL) and 1 uL of Turbo DNase to the RNA and mix gently.

16.  Incubate at 37°C for 20-30 minutes

17.  Add resuspended DNase Inactivation Reagnet (typically 0.1 volume; 3 uL) and mix well (vortex briefly).

18.  Incubate at RT for 2 minutes, mixing occasionally.

19. Centrifuge at 10,000 RPM for 1.5 min and transfer to a new tube.

20.  Spec RNA.  Ideally you want at least 100 ng/ul.  Can add sterile water to dilute RNA stock.  Store at -80°C
