Borate isolation of RNA from seeds

Modification of Protocol from Cotton Genome Center, UC Davis (http://cottongenomeceter.ucdavis.edu/protocols/RNA)

Borate extraction buffer made up in DEPC-treated water

0.2 M Na borate decahydrate

30 mM EGTA

1% (w/v) SDS

1% (w/v) sodium deoxycholate

add fresh

2% (w/v) PVP

10 mM DTT 

1% Nonidet-40 

1. Grind frozen tissue to a fine powder in a mortar and pestle cooled with liquid nitrogen.

2. Add 0.7 ml borate buffer / 200 mg tissue.

3. Grind the sample until the liquid thaws, transfer to a chilled glass homogenised and homogenise tissue for 6 strokes. (Small samples may be lost during this transfer, in which case use a blue grinder in an Eppendorf tube).

4. Transfer liquid to an Eppendorf tube containing 0.35mg Proteinase K / 0.7 ml borate buffer. (Or for small volumes add the Proteinase K to the tube in which the sample was ground).

5. Incubate samples at 42 degrees with gentle shaking for 1.5 hours.

6. Add 56 l 2 M KCl / 0.7 ml borate buffer and gently swirl to mix. Incubate on ice for 1 hour.

7. Centrifuge at 12 000g for 20 minutes at 4 degrees to remove debris. 

8. Transfer supernatant to a fresh Eppendorf tube and add 8 M LiCl to a final concentration of 2 M LiCl. Incubate overnight at 4 degrees.

9. Collect precipitated RNA by centrifugation at 12 000 g for 20 minutes at 4 degrees.

10. Discard the supernatant and resuspend the pellet in 100 l DEPC water.

11. Apply sample to RNeasy column and follow clean up protocol.

