RNA isolation from ovaries using Trizol and the Qiagen RNeasy Mini kit
1.  Dissect ovaries in 1X PBS from 15 females.  Quick freeze on liquid N2, store at -80. 

Trizol RNA extraction
2.  Homogenize in 250ul Trizol using the blue pestle.  Then draw through an ~20 gauge needle to throroughly disrupt cells. 

3.  After homogenization, add 250 ul Trizol.

4.  Incubate the sample for 5 min at 15-30(C to permit complete dissociation of nucleoprotein complexes.  

5.  Remove insoluble material by centrifugation at 12,000g/10 min.  

6.  Transfer the cleared lysate to a fresh tube.  (can store at -80).

7.  Add 100 ul of chloroform (200ul/1ml trizol used for initial homogenization)

8.  Shake tube vigorously by hand for 15 sec.  Incubate at RT for 2-3 minutes.

9.  Centrifuge at 12,000g/15 min at 2-8(C.  The RNA remains in the upper aqueous phase. 

10.  Transfer the aqueous phase to a fresh tube.  

11.  Add 250 ul isopropanol, incubate at RT/10 min.

12.  Centrifuge at 12,000g/10 min at 2-8(C.  The RNA precipate forms a pellet on the side and bottom of the tube.  Remove (carefully!) the supernatant.

13.  Wash the pellet once with 500ul 75% EtOH.  (can be stored at -20).  Centrifuge at 7500g/5 minutes at 2-8(C.  

14.  Remove supe, air dry (don't overdry!).  Add 64 ul RNase free H20 and pipette up and down to resuspend.  Store at -80(C.

DNase treatment I (RQ1 DNase from Promega M610A)
15.  Add:
8 ul 10X DNase rxn buffer



8 ul DNase (8 units)

16.  Incubate at 37(C for 30-45 min. 

17.  Add 8 ul DNase Stop Solution.  Incubate at 65(C for 10 minutes.

Clean up and DNase treatment II (Qiagen RNeasy Mini Kit - RNA cleanup protocol)
18.  Add RNase free H20 up to 100 ul.   

19.  Prepare fresh buffer RLT.  Add 10 ul (-ME per 1 ml RLT.  

20.  Add 350 ul RLT and mix.
21.  Add 250 ul EtOH (96-100%) , mix by pipetting.  Do not centrifuge.

22. Apply the sample to an RNeasy mini column placed in a 2 ml collection tube.  Close the tube and centrifuge for 15 s at > 10000 rpm.  Discard the flow-through.  
23.  Add 350 ul Buffer RW1 to the column.  Centrifuge for 15 s, discard flow-through. 

24.  Add 10 ul DNase 1 stock solution to 70 ul buffer RDD.  Mix by gently inverting the tube.  DO NOT VORTEX.  

25.  Pipet 80 ul of DNase 1 mix directly onto the RNeasy column and let incubate at RT for 15 min.  

26.  Add 350 ul buffer RW1 and spin for 15 s.  Discard flow through.

27.  Pipet 500 ul buffer RPE onto column.  Centrifuge for 15 s.  Discard flow through.

28.  Add 500 ul buffer RPE, centrifuge 15s, discard flow through.  Spin for another 2 min to dry the membrane.  If you think the membrane isn’t dry, discard FT and spin another 1 min.  
29.  To elute, transfer column to a new 1.5 ml tube.  Pipet 30 ul RNase free water directly onto the column.  Centrifuge for 1 min.  

30.  Elute a second time with another 30 ul water.  
