RNase protocol adapted for RNA Clean & Concentrator- 5 TM kit from Zymo Research
This protocol was setting up for single Zymo columns but can be adjusted to 96-well plates. 
1. Set up the following reaction on ice:
Components for 50 μl final volume reaction: 
 RNA					~ 10 μg RNA (Use 20 – 40 ul of final RNA from step 3.3)
 DNase I Reaction Buffer (10X)	5 μl (1X)
[bookmark: _GoBack] DNAse I (RNase-free)			1 μl (2 units)
 Nuclease-free H2O			up to 50 μl

2. Incubate the samples at 37°C for 13 minutes. Then place them on ice. 
3. Add 2 volumes RNA Binding Buffer to each sample and mix by gently pipetting (e.g. Mix 100 μl buffer and 50 μl sample).
4. Add an equal volume of ethanol (95-100%) and mix by gently pipetting (e.g. Add 150 μl ethanol). 
5. Transfer the sample to the Zymo-Spin™ IC Column in a Collection Tube and centrifuge for 30 seconds at 8,500 rpm. Discard the flow-through.
6. Add 400 µl RNA Prep Buffer to the column and centrifuge for 30 seconds at 8,500 rpm. Discard the flow-through.
7. Add 700 µl RNA Wash Buffer to the column and centrifuge for 30 seconds at 8,500 rpm. Discard the flow-through.
8. Add 200 µl RNA Wash Buffer to the column and centrifuge for 2 minutes at 9, 000 rpm to ensure complete removal of the wash buffer. Transfer the column carefully into an RNase free tube. 
9. Add 10-15 µl DNase/RNase-Free Water directly to the column matrix and centrifuge for 1 minute at 9,000 rpm. The eluted RNA can be used immediately or stored at -80°C.


