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DNA extraction using Qiagen DNeasy Blood & Tissue Kit:

1. Place 2-3 legs dry legs from moth in 1.5 ml tube
2. Crush legs with pestle

3. Add 180 µl Buffer ATL while washing off pestle

4. Add 20 µl proteinase K

5. Vortex and briefly spin down

6. Incubate at 56°C for 12-24 hours (overnight)
Note: following day

7. Vortex for 15 sec.

8. Add 200 µl Buffer AL, vortex

9. Add 200 µl 100% EtOH, vortex

10. Pipet mixture into spin column (650 µl)

11. Spin at 8000 RPM for 1 minute

12. Discard collection tube and flow through

13. Place column in new tube, add 500 µl Buffer AW1

14. Spin at 8000 RPM for 1 minute

15. Discard collection tube and flow through

16. Place column in new tube, add 500 µl Buffer AW2

17. Spin at 14,000 RPM for 3 minutes

18. Discard collection tube and flow through

19. Place column in clean 1.5 ml tube labeled “high”

20. Elute DNA with 100 µl Buffer AE, incubate for at least 1 minute

21. Spin at 8000 RPM for 1 minute

22. Place column in clean 1.5 ml tube labeled “low”

23. Elute DNA again with 100 µl Buffer AE, incubate for at least 1 minute

24. Spin at 8000 RPM for 1 minute

This protocol results in two extracts per sample (100 µl each): a “high” concentration tube and “low” concentration tube. The “low” concentration extract is stored in -80°C as a back up and the “high” concentration extract is used for PCR.

At this point samples are ready for PCR.
