TRIzol RNA prep

Freeze 100 mg samples in foil packets in liquid N2.

Homogenize samples, and transfer to chilled (liquid N2)1.5 ml microfuge tube using liquid N2-cooled spatula.

Immediately add 1 ml TRIzol reagent, and mix well with vortex.

Incubate at RT for at least 5 min.

Add 200 l of chloroform, and shake tubes well for 15 sec.

Incubate at RT for 2-3 min.

Centrifuge for 15 min at 11,500 rpm at 4oC.

Transfer aqueous phase to a fresh tube.

Precipitate the RNA by adding 0.5 ml isopropanol, mix by inversion.

Incubate RT for 10 min (longer is OK).

Centrifuge at 11,500 rpm for 10 minutes at 4oC.

Remove supernatant with drawn-out Pasteur pipette.

Resuspend in 300 L TE (takes awhile), add 30 L 3M NaOAc, pH5.2, then add 660 L of 100% EtOH.  Mix well, incubate at RT for 10 min (longer is OK).

Centrifuge at 11,500 rpm for 10 minutes at 4oC.

Wash the pellet with 1 ml 80% ethanol (-20oC), mix well by inversion, centrifuge at 9500 rpm for 5 min at 4oC.

Quickly remove supernatant.

Dry pellet, about 5-7 minutes in Speed-Vac; Do Not Overdry.

Redissolve RNA pellet in 40 l sterile H2O, add 1 l RNAseOUT (optional).

Let dissolve for a few hours on ice.
Quantify by OD260/280 using 3 l of sample in 600 l of water, then multiplying OD260 by 8 for concentration in g/l.
