
PrepEase® RNA SVE Spin Kit
Product Numbers 78772, 78773, 78774
Brief Protocol
Important: Prior to starting this protocol, confirm that all solutions have been properly 
prepared as described in the Storage and Preparation section of the long protocol.

Isolation of Total RNA from Cultured Cells, Laser Captured Cells, or Microdissected 
Cryosections
1. Preparation of sample

Prepare cells (<5 x 105) to be processed.

2. Cell lysis
Add 100 µl RA1 Lysis Buffer and 2 µl TCEP to the sample and vortex vigorously.
If processing more than one sample, premix the needed volume of RA1 Lysis Buffer and 
TCEP prior to sample lysis (e.g. For 10 samples, mix 1.1 ml RA1 Lysis Buffer + 22 µl TCEP). 
Use 102 µl of this master mix to lyse each sample.
Samples can be stored in RA1 Lysis Buffer at -70°C for one year, at 4°C for 24 hr, or 
at room temperature for several hr. If frozen, samples should be thawed slowly before 
continuing with Step 3 of the protocol.

3. Carrier RNA
Add 5 µl Carrier RNA Working Solution (4 ng/µl) to the lysate. Briefly centrifuge at  
1000 x g for 1 sec.
See Storage and Preparation section for details on preparing Carrier RNA Working Solution.

4. OPTIONAL – Filtration of the lysate
Clear the lysate using a PrepEase® Filter Unit (purple). Place a PrepEase® Filter Unit into a 
PrepEase® Collecting Tube. Add the cell lysate into the filter unit and centrifuge at  
11,000 x g for 30 sec.
This step is optional and can be skipped if processing <105 cells.

5. Prepare RNA for binding
Discard the PrepEase® Filter Unit. Add 100 µl of 70% Ethanol to the sample in the 
collecting tube. Mix by vortexing.

6. Bind RNA to spin column
For each sample, insert one PrepEase® RNA SVE Spin Column (light-blue) into a  
PrepEase® Collecting Tube. Add the entire prepared sample to the spin column. Centrifuge 
at 11,000 x g for 30 sec. Place spin column into a new collecting tube.
Maximal loading capacity of PrepEase® RNA SVE Spin Columns is 600 µl. If larger volumes 
need to be processed, maximally load 600 µl, centrifuge at 11,000 x g for 30 sec, and save 
the flow through in a 1.5 ml microcentrifuge tube. Place the spin column back into the 
collecting tube, load any remaining volume of lysate and centrifuge at 11,000 x g for 30 sec.
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7. Desalt the spin column membrane
Add 100 µl Membrane Desalting Buffer (MDB) to the spin column and centrifuge at  
11,000 x g for 30 sec to dry the column membrane. Discard flow-through and place spin 
column back in collecting tube.
Salt removal will make the rDNase digest much more effective. If the tip of the column 
outlet has come in contact with the flow-through for any reason, discard the flow-through 
and centrifuge again at 11,000 x g for 30 sec.

8. Digest DNA
For each sample, prepare an rDNase Reaction Mixture in an RNase-free microcentrifuge 
tube as follows: Add 3 µl of rDNase stock solution to 27 µl of Reaction Buffer for rDNase. 
If multiple samples are being processed, prepare an nX reaction mixture (where n denotes 
the number of samples). Mix by flicking tube.
Apply 25 µl rDNase Reaction Mixture directly onto the center of the spin column 
membrane and close the lid. Incubate at room temperature for 15 min.

9. Wash and dry the spin column
First wash
 Add 100 µl RA2 Wash Buffer to the spin column. Incubate at room temperature for  

2 min. Centrifuge at 11,000 x g for 30 sec. Place the column into a NEW collecting tube. 
(The RA2 Wash Buffer inactivates the rDNase.)

Second wash
 Add 400 µl RA3 Wash Buffer to the spin column. Centrifuge at 11,000 x g for 30 sec. 

Discard flow-through and place the column back into the collecting tube.
Third wash
 Add 200 µl RA3 Wash Buffer to the spin column. Centrifuge at 11,000 x g for 2 min 

to dry the membrane completely. Place the spin column into an RNase-free 1.5 ml 
microcentrifuge tube (supplied). 

 If the tip of the column outlet has come in contact with the flow-through for any reason, 
discard the flow-through and centrifuge again at 11,000 x g for 30 sec.

10. Elute highly pure RNA 
Elute the RNA by adding 10 µl RNase-Free Water directly into the center of the spin 
column. Centrifuge at 11,000 x g for 30 sec. 
If higher or lower RNA concentrations are desired, elution can be done with 5-30 µl  
RNase-Free Water.
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