


(2) Pipette up and down to mix well. Briefly spin down the tube in a microcentrifuge if there is liquid on the tube wall. 
(3) Incubate the tube in a thermocycler and incubate at 37 ℃ for 15 minutes. (The lid temperature is set to 40 °C)
(4) Place the tube on ice and proceed immediately to the next step.
3. DNase I digestion
(1) Add the following components to a RNase-free PCR tube on ice

(2) Pipette up and down to mix well. Briefly spin down the tube in a microcentrifuge if there is liquid on the tube wall. 
(3) Incubate the tube in a thermocycler and incubate at 37 ℃ for 15 minutes. (The lid temperature is set to 40 °C)
(4) Place the tube on ice and proceed immediately to the next step.
4. RNA purification with beads
(1) Transfer all the products from the previous step to a new 1.5 ml RNase-free microcentrifuge tube, add 110 μL (2.2x) RNA 
purification beads (TransGen MagicPure® RNA beads-EC501 is recommended), and pipette up and down to mix well. 
(2) Incubate on ice for 15 minutes.
(3) Place the tube on a magnetic stand and incubate at room temperature until the solution turns clear (about 5 minutes), with the 
      beads attached to the tube wall close to the magnetic stand completely. Discard the supernatant.
Note: If there is any liquid on the tube wall, briefly spin down the tube in a microcentrifuge before placing it on the magnetic stand 
          to make sure all the magnetic beads have been pulled to the magnet. Be careful not to pipette the beads when discarding the 
          supernatant, which will affect the final yield.
(4) Keep the 1.5 ml tube on the magnetic stand. Add 200 μl of freshly prepared 80% ethanol (prepared with RNase-free Water), 
      and incubate at room temperature for 30 seconds. Do not pipette. Discard the supernatant.
Note: Do use freshly-prepared ethanol. Otherwise it will affect the experimental result.
(5) Repeat step (4) once.
(6) Keep the 1.5 ml tube on the magnetic stand, and air dry the beads at room temperature until the beads are about to appear 
      imminent cracks (about 5 minutes).
(7) Remove the tube from the magnetic stand and add 12 μl of RNase-free Water to elute the RNA. Mix well by pipetting up and 
      down or vortexing. Then incubate at room temperature for 2 minutes.
(8) Place the tube on the magnetic stand and incubate for about 2 minutes at room temperature until the solution is clear, to ensure 
      all the magnetic beads are arranged on the tube wall near the magnet.
Note: Spin down the tube briefly in a microcentrifuge before placing it on the magnetic stand if there is liquid on the tube wall. 
          Prolong incubation to 5 minutes if necessary to make sure that all the beads have been pulled to the magnet.
(9) Transfer 10 μl of eluent to a new RNase-free tube and perform downstream experiments such as NGS library construction on 
      ice, or store at -80 ℃.
Notes
• Avoid RNase contamination.
• RNA samples should be free of salts (such as Mg2+ or guanidinium salts) or organics (such as phenol or ethanol).
• The yield of non-ribosomal RNA depends on quality of the input RNA, starting rRNA content of the sample and the purification 
   method after rRNA removal. Generally the recovery rate is 3% - 10%.


