RNA isolation using the Qiagen RNeasy Mini kit with on-colume Dnase digestion.

Before you start:

1. Don’t use more than 100 mg of plant material!

2. Clean your bench, pipetters and use new boxes of tips. 

3. Add (-ME to Buffer RLT (10 (l (-ME per 1 ml RLT; 450 (l RLT  each sample).

4. Make sure ethanol has been added to buffer RPE.

5. Take DNase I out (in –20 C freezer with Res, in a smal drawer labelled as “DIG labelling, …, DNase”. Aliquoted into blue ep tubes). Let thaw on ice.

All centrifugation steps are performed at RT.

1. Grind tissue thoroughly in liquid nitrogen.  Or add 100 (l of RLT w/ (-ME and grind tissue with a blue pestle in a blue 1.7 ml tube.

2. Add 450 (l of RLT w/ (-ME in total to the ground tissue. Vortex vigorously.

3. Pipet the lysate onto a Qiashredder spin column (Lilac), and centrifuge for 2 min at 14,000 rpm.

4. Transfer the supernatant of the flow-through fraction to a new ep tube (not supplied). Don’t disturb the cell-debris pellet!

5. Add 0.5 V (usually 225 (l) ethanol (96-100%) to the cleared lysate. Mix immediately by pipetting and then apply sample to a RNAeasy mini column (pink). Centrifuge for 20 sec at  12,000 rpm. Discard the flow-through.

6. Add 350 (l buffer RW1 into the pink column. Centrifuge at 12,000 rpm for 20 sec. Discard the flow-through.

7. Add n x10 (l Dnase I with n x 70 (l buffer RDD (on top of the fridge door. In a small silver box—“RNase-free DNase set” ). Mix gently by inverting the tube. Don’t vortex!

8. Add 80 (l Dnase I mix directly onto the column. (If the Dnase I mix sticks to the walls or the O-ring of the column, Dnase digestion will be incomplete!) Let sit at RT for 15 min. 

9. Add 350 (l buffer RW1 into the pink column. Centrifuge at 12,000 rpm for 20 sec. Discard the flow-through.

10.  Transfer the pink column into a new 2 ml collection tube 9supplied). Pipet 500 (l buffer RPE to the column. Centrifuge at 12,000 rpm for 15 sec.

11. Pipet another 500 (l buffer RPE to the column. Centrifuge at 12,000 rpm for 2 min.

12.  Place the column in a new tube (not supplies). Centrifuge at 14,000 rpm for >= 1 min.

13.  To elute, transfer the pink column to a new 1.5 ml collection tube (supplied). Add 30-50 (l Rnase-free water directly onto the column and centrifuge for 1 min at 12,000 rpm. If necessary, Elute for a second time with another 30 (l water.

14. Store your RNA at –80 C.

