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1. Schedule date and time for sectioning with the histology
laboratory by submitting a special request form. Include all details
regarding the project on this form.

2. Prepare tissue homogenizer by thoroughly cleaning with 100%
EtOH and rinsing with DI water.

3. Place homogenizer in chemical fume hood.

4. Pipette 10mls Trizol into 2 50ml conical tubes for each sample.
Label each tube with the JR number followed by the letter A or B.

5. Clean tweezers with 100% EtOH and rinse with DI water.
Place tips of tweezers in liquid nitrogen. This is to ensure that the
tips remain cold when in contact with the tissue or OCT compound.
6. Section the tissue at 5um for H&E staining.
7. Section the tissue at 50um 10X for RNA Isolation.
Transfer all 10 sections to Trizol tube A with the frozen tweezers.
Immediately homogenize.
Rinse the homogenizer with 100% EtOH and DI water.
8. Repeat steps 6 and 7 but transfer sections to Trizol tube B.
9. Section the tissue at 5um for a final H&E.
10. Pellet a Phase-Lock tube by centrifuging at 4000rpm for 5 minutes.
11. Add 0.2 Trizol-volumes of chloroform to the tube and vortex.

12. Immediately transfer to the phase-lock tube.

13. Incubate at room temperature for 15 minutes.
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Centrifuge at 4000rpm for 15 minutes at room temperature.

This will separate the phases and the phase-lock will form a barrier

between the aqueous upper phase and the organic lower phase.

Decant the upper phase into a new conical tube containing
0.5 Trizol-volumes of Isopropanol.

Vortex vigorously and incubate at room temperature for 15 minutes.

Centrifuge at 4000rpm for 1 hour at 4C to pellet the RNA.

Wash the pellet with 1 Trizol-volume ice-cold 75% ethanol by
centrifuging for 15 minutes at 4000rpm.

Decant the ethanol and centrifuge again for 5 minutes.
Remove the residual ethanol with a pipettor.

Immediately resuspend the pellet in 800ul nuclease-free water.
Add 400ul 1.5M LiCl solution.

Vortex vigorously and incubate at -20C for at least 2 hours.
Centrifuge at maximum rcf for 15 minutes.

Wash pellet with ice-cold 75% ethanol twice.

Remove residual ethanol with a pipettor and immediately
resuspend in 250ul nuclease-free water.

Determine RNA concentration using the NanoDrop
spectrophotometer (Appendix 7.1). It will generally be necessary

to concentrate the RNA at this point. Determine the target volume

that will place the RNA at the desired concentration.
Add 28ul 3.0M NaOAc.

Add 700ul 100% EtOH and vortex vigorously.
Incubate at -20C for at least 15 minutes.

Centrifuge at maximum rcf for 15 minutes at 4C.

Wash the pellet with 75% EtOH as described in steps 21 and 22
but resuspend in half the volume calculated in step 23.

Measure RNA concentration and add nuclease-free water to
dilute the RNA to the desired concentration.




30. Verify RNA integrity (BioAnalyzer, Appendix 7.2).

31. Store RNA as described in procedure 1.2




