Procedure 
1. Add 1 volume Buffer XBP to 1 volume of sample. Mix well immediately by gently inverting the tube 5 times. 
2. Add the sample/XBP mix onto the exoEasy spin column and spin the device for 1 min at 500 xg. Discard the flow-through and place the column back into the same collection tube. 
Note: In case any liquid remains on the membrane, spin again for 1 min at 5000 xg to make sure all liquid has passed through the membrane.
3. Add 3.5 ml Buffer XWP to the exoEasy Midi spin column or 10 ml Buffer XWP to the exoEasy Maxi spin column, 5 min , 5000 xg to wash the column and remove residual buffer. Discard the flow-through together with the collection tube. 
4. Transfer the spin column to a fresh collection tube. 
5. Add 700 µl QIAzol to the membrane. Spin for 5 min at 5000 xg to collect the lysate, and transfer completely to a 2 ml tube (not supplied).
6. Briefly vortex the tube containing the lysate and incubate at room temperature for 5 min. This step promotes dissociation of nucleoprotein complexes. 
Note: If any spike-in controls are used, they should be added to the lysate at this point. 
7. Add 90 µl chloroform to the tube containing the lysate and cap it securely. Shake vigorously for 15 s. Thorough mixing is important for subsequent phase separation. 
8. Incubate at room temperature for 2-3 min. 
9. Centrifuge for 15 min at 12,000 x g at 4°C. 
After centrifugation, heat the centrifuge up to room temperature if the same centrifuge will be used for the next centrifugation steps.
After centrifugation, the sample separates into 3 phases: an upper, colorless aqueous phase containing RNA(The volume of the aqueous phase should be approximately 400 μl); a thin, white interphase; and a lower, red organic phase. 
10. Transfer the upper aqueous phase to a new collection tube (not supplied).
11. Add 2 volumes of 100% ethanol (400 µl aqueous phase/800 µl ethanol) and mix thoroughly by pipetting up and down several times（Do not centrifuge）.
11. Pipet up to 700 µl sample, including any precipitate that may have formed, into an RNeasy MinElute spin column in a 2 ml collection tube (supplied). Close the lid gently and centrifuge at ≥8000 xg (≥10,000 rpm) for 15 s at room temperature. Discard the flow-through.* 
Reuse the collection tube in the next step. 
12. Repeat step 11 using the remainder of the sample. Discard the flow-through.* 
Reuse the collection tube in the next step. 
13. Add 700 µl Buffer RWT to the RNeasy MinElute spin column. Close the lid gently and centrifuge for 15 s at ≥8000 x g (≥10,000 rpm) room temperature. Discard the flow-through.* 
Reuse the collection tube in the next step. 
14. Pipet 500 µl Buffer RPE onto the RNeasy MinElute spin column, 15 s at ≥8000 xg (≥10,000 rpm). Discard the flow-through. 
Reuse the collection tube in the next step. 
15. Pipet 500 µl Buffer RPE onto the RNeasy MinElute spin column. 2 min at ≥8000 x g (≥10,000 rpm). Discard the collection tube with the flow-through. 
Note: After centrifugation, carefully remove the RNeasy MinElute spin column from the collection tube so that the column does not come into contact with the flow-through. Otherwise, carryover of ethanol will occur.
16. Place the RNeasy MinElute spin column into a new 2 ml collection tube (supplied). 
Open the lid of the spin column, centrifuge at full speed for 5 min. Discard the collection tube with the flow-through.
17. Place the RNeasy MinElute spin column in a new 1.5 ml collection tube (supplied). Add 14 µl RNase-free water directly to the center of the spin column membrane. Stand for 1 min, centrifuge for 1 min at full speed. 
Do not elute with less than 10 µl RNase-free water. 
[bookmark: _GoBack]The dead volume of the RNeasy MinElute spin column is 2 µl; elution with 14 µl RNase-free water results in a 12 µl eluate.

