Shirley Zhu_total RNA preparation for Oligo arrays


DNasse treatment and purification for total RNA
DNAse digestion (Qiagen Rnase-Free Dnase Set, Cat #79254)
1. Start with <87.5 µl (no more than 100ug total RNA) of crude RNA preparation

2. Add 10 µl of Buffer RDD and 2.5 µl of DNase I stock solution.

3. Make the volume up to 100 µl with RNase-free water.

4. Incubate at RT for 10 min. Proceed with cleanup :

Clean up total RNA by Rneasy Mini Kit (Qiagen Cat.No: 74104):
1. Adjust sample to a volume of 100 ul with RNase-free water. ( a maximum of 100 ug RNA can be used )

2. Add 350 ul Buffer RLT to sample and  mix thoroughly by pipetting.

3. Add 250 µl of 100% EtOH and mix thoroughly by pipetting.

4. Immediately load sample (700 µl) to an RNeasy MinElute column in a 2 ml collection tube.

5. Centrifuge at max speed for 15 sec.

6. Discard the flow-through and transfer spin column to a new 2 ml collection tube.

7. Add 500 µl of Buffer RPE (from the kit) and centrifuge at max speed for 15 sec.

8. Discard flow-through and reuse the same 2 ml collection tube.

9. Add 500 µl of 80% EtOH to the column and centrifuge at max speed for 3 min.

10. Discard flow-through and collection tube.

11. Transfer column to a new 2 ml collection tube and centrifuge at full speed for 5 min to get rid of remaining EtOH.

12. Discard flow-through. To elute the RNA, transfer the spin column to a new 1.5 ml Eppendorf. Place 50 µl of RNase free water onto the center of the column. 

13. Centrifuge at max speed for 1 min. 

14. Repeat 12-13 steps once, elute into the same colection tube.

15. Obtain 100 ul of  RNA solution. 

Concentrate RNA by precipitation:

1. Adjust the volume to 340 ul by adding Rnase free water into 100 ul of RNA sample.( about 240 ul water)
2. Add 60 ul of Rnase free 2M sodium  acetate, pH 5.2, mix well;

3. Add 1ml 100% of ETOH, mix well

4. Place sample ar -80 C or dry ice.

5. The sample should remain at –80 C at least until it freezes solid, but can also remain in this state for days to weeks.

6. Precipitate the RNA by spinning it at max. speed in an Eppendorf Centrifuge at 4 C for 20-30 minutes.
7. Decant the supernatant

8. Wash the pellet once with 500 ul of 70% ETOH, spin it with an Eppendorf Centrifuge at 4 C for 20-30 minutes. Then air dry for 5-10 min.

9. Re-suspend the RNA pellet in RNase free water; make the concentration of about 

3-4ug/ul. Vortex well, briefly spin down.

10. Use 1 ul to measure OD of A260 to determine the concentration of RNA, A260/A280 ratio should be > 1.6 or around.

11. Ready for Oligo microarray hybridization

12. Or RNA samples can store at –80 C until use.
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