Farmer Lab Dneasy Protocol

Preheat buffer AE to 65º C.

1. Concentrate cells and transfer into a 1.5 ml eppendorf tube.

2. Add 400 (l buffer AP1 (lysis buffer) to pellet.

3. Add 20 (l Proteinase K.

4. Incubate at 65º C for ~20 min. 

-gently shake tubes every 3 minutes.


-check for complete lysis under microscope.

5. Add 4 (l RNAse and incubate for ~10 more minutes.

6. Add 130 (l buffer AP2; incubate on ice for ~5 min.

7. Load onto shredder column (lilac).

8. Spin for 2 min > 10,000 g.

9. Transfer eluate into 1.5 ml eppendorf tube.

10. Add 1.5 volumes buffer AP3/E and mix with pipette.

11. Load 650 ml of sample onto spin column (white).

12. Spin for 1 min. @ 6600 X g.

13. Discard flow through.

14. Repeat steps 11 – 13.

15. Add 500 (l buffer AW.

16. Spin 1 min. @ 6600 X g.

17. Discard flow through.

18. Repeat steps 15 – 17 @ 10,600 X g.

19. Move column to 1.5 ml eppendorf tube.

20.  Add 50 (l preheated elution buffer AE.

21. Incubate for 5 min. @ RT.

22. Spin for 1 min @ 6600 X g.

23. Repeat steps 20 – 22.

