DNA Extraction from aerosol filters (7-12-05)

1. Aseptically add 600μL Miller phosphate buffer into sample. Include a tube containing no filters to check contamination during extraction process.

2. Add 300μL Miller SDS lysis buffer.

3. Add 300μL Phenol:Chloroform:Isoamly alcohol (25:24:1).  Flick and invert tubes to mix the buffers and distribute silica beads

4. Agitate tubes with Bio 101 Fast Prep 120 machine for 45sec at speed 6.5

5. Centrifuge tubes at 16,000 x g for 5min

6. Carefully transfer 560μL of the aqueous supernatant to a new 1.5 or 2.0 mL. Avoid transferring the Phenol:Chloroform:Isoamly alcohol layer underneath.

7. Add 560μL chloroform, vortex for 5sec.

8. Centrifuge 16,000 x g for 3min.

9. Transfer 450μL of the top layer into a new 2mL tube. Be careful not to transfer the chloroform layer underneath.

10. Add 2 volumes (900μL) of MoBio solution S3 to tube

11. Invert 5 times and flick gently to mix

12. Transfer 750μL of sample into a clean MoBio spin filter and centrifuge at    10,000 x g for 30sec

13. Discard flow-through

14. Repeat steps 12 and 13 until all of the mixture has been filtered

15. To the filter, add 300μL MoBio solution S4 to filter and centrifuge at 10,000 x g for 30sec.  Discard flow-through.

16. Centrifuge filter at 10,000 x g for 1min to dry filter

17. Transfer filter to new 2.0mL tube; avoid slashing any solution S4 onto the filter, check and blot any excess S4 from the lip of the filter as S4 may interfere with elution.

18. Add 60μL of Tris-EDTA (TE) onto the center of the filter membrane. Do not touch the filter with the pipette tip.

19. Centrifuge at 10,000 x g  for 30sec to elute DNA.

20. Collect flow-through and reapply to filter, centrifuge for 10,000 x g for 30sec.

21. Flick and vortex an S-200 Sephacryl column to resuspend resin.  Snap bottom of column and loosen cap 1/4 turn.

22. Place column in 2mL collection tube and centrifuge 800 x g for 1min.

23. Place column into a new collection tube.  Apply the eluted DNA to the top of column and replace cap loosely.

24. Centrifuge at 800 x g for 2 min .

25. Store DNA at 4°C.

This is a modification of the Miller Method: Miller, D.N., Bryant, J.E., Madsen, E.L., and Ghiorse, W.C. 1999.  Evaluation and Optimization of DNA extraction and purification procedures for soil and sediment samples.             AEM 65:4715-4724.

