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RNA Clean & Concentrator™-5 

 

 

 

All centrifugation steps should be performed at 10,000 – 16,000 x g.  
RNA species ≥17 nt will be recovered.  
For DNA-free RNA, perform DNase I treatment prior or during the clean-up protocol. 

DNase I Treatment 

(I) Before clean-up  

The DNase digestion procedure can be performed using the DNase I Set (E1010; provided with 
R1013, R1014)1. 1. For each sample to be treated, prepare DNase I reaction mix in an RNase-free 
tube (not provided). Mix well by gentle inversion:  

        RNA sample (≤10 µg)                           40 µl 
          volume adjusted with water or TE buffer  
        DNase I                                               5 µl  
        DNA Digestion Buffer                          5 µl  
        
 2. Incubate at room temperature (20-30ºC) for 15 minutes. Then start with RNA purification.  

(II) In-column  

All centrifugation steps should be performed at 10,000 – 16,000 x g.  

1. Following the RNA binding step (RNA Purification Step 3), prewash the column with 400 µl RNA 
Wash Buffer. Centrifuge for 30 seconds. Discard the flow through.  
2. For each sample to be treated, prepare DNase I reaction mix in an RNase-free tube (not provided). 
Mix well by gentle inversion:  

         DNase I       5 µl  
         DNA Digestion Buffer   35 µl  

3. Add 40 µl reaction mix directly to the column matrix. Incubate at room temperature (20-30ºC) for 
15 minutes. Then continue with RNA purification. 

RNA purification 
 
1. Add 2 volumes RNA Binding Buffer to each sample and mix.  
2. Add an equal volume of ethanol (95-100%) and mix.  
3. Transfer the sample to the Zymo-Spin™ IC Column in a Collection Tube and centrifuge for 30 
seconds. Discard the flow-through.  
4. Add 400 µl RNA Prep Buffer to the column and centrifuge for 30 seconds. Discard the flow-
through.  
5. Add 700 µl RNA Wash Buffer to the column and centrifuge for 30 seconds. Discard the flow-
through.  
6. Add 400 µl RNA Wash Buffer to the column and centrifuge for 2 minutes to ensure complete 
removal of the wash buffer. Transfer the column carefully into an RNasefree tube (not provided).  
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7. Add 15 µl DNase/RNase-Free Water directly to the column matrix and centrifuge for 30 seconds. 
Alternatively, for highly concentrated RNA use ≥6 μl elution 
8. Store at -70°C.  

 

Source: Zymo Research 


