RNA Extraction Protocol

Preston 5/15/06

(3M SSP pH8.9 lysis followed by RNeasy Column Puriifcation via Qiagen)

1. Lyse with 1ml 3M SSP pH 8.9 for 10 min @ 85(C.  Vortex after 5 minutes 

2. Add 30 µl 3M NaAcetate pH 5.2

3. Add 714 µl EtOH and Mix.

4. Add to RNeasy Column.  ( You will have to do multiple spins to get all the lysate through the column.  Discard the flow through after each spin.)  Each spin 1 min at max speed.

5. Add 700 µl RW1, spin 1 min at max speed.  

6. Move column to new catch tube.  Add 500 µl RPE.  Spin 3 min max speed.  Discard flow through and spin again for an additional minute at max speed.

7. Elute with 50 µl RNAse free Water.  Let stand 5 min.  Spin 1 min at max speed.

8. Quantify on Nanodrop

9. DNA-Free Treatment (Ambion)  Add 1/10 volume of 10X buffer, 1 µl DNAse.  30 min at 37C.  Then add 1/10 volume of inactivation reagent.  Mix 3-4X over 5 min period.  Spin 5 min max speed and move supernatent to new tube.  

NOTE For message I decreased the lysis time to 5min.  The above was for rRNA extraction after 3M SSP extraction for SHA assay. 

