Trizol RNA extraction from tissues

Reagents:
e Trizol Reagent, ThermoFisher Cat# 15596018
e Choloroform-isoamyl alcohol mixture, Sigma Cat# 25666
e Isopropanol (2-Propanol), Sigma Cat# 19516
e Ethanol, 200 proof, Pharmaco AAPER Cat# 64-17-5
e MilliQ Water

Procedure:

1. Thaw tissues in RNAlater on ice.

2. Remove all of the RNAlater from the cryotube by tilting the tube at a 45° angle and
pipetting against the upper wall (away from the tissues). Leave as little RNAlater in
the tube as possible.

3. Add 1 mL of Trizol to the cryotube and homogenize for 30 sec- 1 min.

a. To homogenize, place the shaft of the homogenizer into the cryotube slightly
above where the tissue is resting and begin to increase the speed gradually
until the tissue is fully integrated into the liquid. Look for a cloudy, pale pink
color with no lumps or chunks.

Incubate for 5 minutes at room temperature.

Pipette the entire contents to a new 1.5 mL tube.

Add 200 yL of chloroform, cap the tube and shake for 15 seconds.
Incubate for 10 minutes at room temperature.

Centrifuge sample for 15 minutes at 12,000 g at 4°C.

a. During this step, the mixture separates into a red phenol-chloroform phase
(bottom) and a clear aqueous phase (top), separated by a white interphase.
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9. Transfer the aqueous phase to a new tube.
a. Be careful not to take up any of the white interphase layer. This layer contains
gDNA which can contaminate downstream steps.
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b. It can help to repeatedly transfer smaller volumes (e.g., 50 YL at a time), and
you don’t need to worry about getting every last drop of the aqueous phase.
What is more important is that your sample is free of contamination.
10. Add 500 pL of Isopropanol to the aqueous phase, cap the tube and shake for 10
seconds.
11. Incubate for overnight at -20°C.
12. Centrifuge for 30 minutes at 12,000 g at 4°C.
c. When placing a tube in the centrifuge to pellet RNA, make sure the tube is
placed as shown below so that the pellet will form on the back of the tube.

d. DNA will form a translucent-white pellet at the bottom of the tube. If you do
not see a pellet at this stage, it does not mean that the DNA extraction has

failed or that you will have low yield. Continue with the protocol.

——

13. Discard the supernatant.

14. Resuspend in 1 mL of fresh 70% ethanol. Pipette up and down to thoroughly wash
the pellet.

15. Centrifuge for 5 minutes at 12,000 g at 4°C.

16. Discard the supernatant and allow to air-dry for 5-10 minutes.

e. Remove the ethanol with a large-volume pipette (P200, P1000). Go back with
a small volume pipette (P2, P10, P20) and remove the residual ethanol.

f. Do not allow the pellet to over-dry. This will make it more difficult to dissolve
and resuspend. When the pellet is dry enough it will no longer appear wet or
shiny.

17. Resuspend the pellet in 20-50 L of nuclease free water.

By: Riccardo Racicot, December 8, 2017  Last updated: March 10, 2022



g. Add water and allow it to sit for 1-5 minutes, resuspend by pipetting up and
down.

If the pellet doesn’t dissolve, heat sample to 55°C on a heatblock for 10
minutes, pipette to resuspend.
18. Quantify your sample using Nanodrop.
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