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Yeast RNA preparation using mirVANA kit
Grow 50ml cells OD 0.5-0.7, spin down and freeze pellet on N2 and store at -80°
Or, fix with 70% ethanol, store at -80° then wash with 1 culture volume of COLD water on ice before proceeding
Ensure ethanol has been added to the wash buffers in kit

Thaw pellet on ice in 1ml cold water, transfer to a 2ml tube, spin 10s at top speed and remove water, store on ice

On ice, add 200µl glass beads and 100µl Lysis/Binding buffer (from the kit)

Vortex for 5min at 4º, then add 500µl Lysis/Binding buffer, vortex to mix

Add 60µl miRNA Homogenate Additive, vortex, leave on ice for 10min

Add 600µl Acid Phenol:Chloroform (from Ambion, with the kit), vortex well

Centrifuge 5min 10,000g at room temperature, extract the upper phase

Check the volume of the extracted upper phase, and add 1.25 volumes of room temperature 100% ethanol, vortex (eg: add 750µl ethanol to 600µl lysate)

Put a tube of elution buffer in a heating block at 95( (100µl per sample is required, plus extra as it will evaporate)


Place a filter cartridge in a collection tube, apply up to 700µl lysate/ethanol mixture and spin 10,000g for 10s at room temperature
Discard the flow-through. If there is more lysate/ethanol mix then load this on the same column and spin as above

Wash the column with 700µl miRNA Wash Solution 1, centrifuging as above

Wash the column twice with 500µl miRNA Wash Solution 2, centrifuging as above

After the last wash, place the column back in the empty collection tube and spin for 1min at 10,000g to remove residual ethanol

Meanwhile, label another collection tube for the final RNA elution

Put the column in the labelled collection tube. Apply 100µl pre-heated elution buffer at 95( to the centre of the filter in the column.

Spin the columns 20-30s at maximum speed to elute the RNA. 

Quantify the RNA on the Nanodrop (require a 1:10 dilution for this)
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