MAKING POLY-A mRNA
1. Take 1 ml of Novagen magnetic beads (Oligo-dT-69593-3) and pipet into 1.5 ml RNAse free eppendorf tube

2. Place tube in M-rack and remove supernatant

3. Wash with 1 ml 2x Binding Buffer (D) two times (discard supernatant)

4. Resuspend in volume of D = volume of total RNA

5. Heat RNA (should be at least 250 microgram in total in volume up to 500 microliter) to 65 C for 2 min.

6. Mix with beads, allow to incubate for 5 min. (NOT in the M-rack!)

7. Place the tubes in the M-rack and remove supernatant to original total RNA tube

8. Wash beads 3 times with 1 ml washing solution (E)

9. Remove all traces of E

10. Resuspend in 100 (l 2mM EDTA (F) and vortex a little

11. Heat to 65 C for 2 min.

12. Place the tubes in the M-rack and remove the supernatant to fresh tube PASS 1 (don’t throw away)
13. Wash the beads with 1 ml 2x Binding Buffer (D) two times
14. Resuspend in 100 (l D

15. Heat PASS 1 to 65 C for 2 min.

16. Mix with beads, allow to incubate for 5 min. (NOT in the M-rack!)

17. Place the tubes in the M-rack and remove supernatant to PASS 1 tube

18. Wash beads two times with 1 ml washing solution (E)

19. Remove ALL traces of E

20. Resuspend in 50 (l 2 mM EDTA (F) and vortex a little

21. Heat to 65 C for 2 min.

22. Place the tubes in the M-rack and remove the supernatant to fresh tube POLY-A mRNA

23. Store beads in 1 ml D and keep them in the fridge for re-use when working with the same species again

24. Spec poly-A mRNA by spinning it down first go put all the beads in a pellet and taking 1 (l of the supernatant and mixing this with 99 1 (l of DEPC or undiluted (concentration should be 50-250 ng/microliter)
Buffer:
D(Binding):
20 mM 
Tris pH 7.5





1 M    

LiCl





2 mM

EDTA



E (Washing):
10 mM 
Tris pH 7.5





0.15 M 
LiCl





1 mM

EDTA



F (Storing):
2 mM

EDTA
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