
Isolation of Chromosomal DNA

1. Grow 30 ml cells in BHI overnight on shaker at 37°C.
2. Spin 10K for 10 minutes.
3. Decant supernatant & resuspend cells 1.0 ml 25% sucrose/50mM Tris-HCl.
4. Add 100 µl fresh lysozyme (10 mg/ml).
5. Incubate 15 minutes on ice.
6. Add 400 µl 0.2M EDTA.
7. Add 200 µl 10% SDS and vortex.
8. Add 450 µl 5M NaPerchlorate and vortex.
9. Add 2.15 ml chloroform:isoamyl alcohol (24:1).
10. Mix gently to emulsify for 30 minutes.
11. Spin 17K for 30 minutes.
12. Pipet off supernatant carefully - discard to hazardous waste.
13. Add 1.25 ml 7.5M ammonium acetate and 9.0 ml cold ethanol.
14. Swirl gently and collect DNA on glass rod.
15. Redissolve in 5 ml H2O; heat at 65°C to dissolve.
16. Add 100 µl DNase-free RNase and incubate at 37°C for 1 hour.
17. Add 100 µl proteinase K and incubate at 37°C for 1 hour.
18. Add 1.25 ml 5M NaPerchlorate.
19. Add 6.25 ml chloroform:isoamyl alcohol (24:1).
20. Shake gently for 15 minutes.
21. Spin 17K for 30 minutes.
22. Pipet off supernatant carefully - discard to hazardous waste.
23. Add 3.0 ml 7.5M ammonium acetate and 22.5 ml cold ethanol.
24. Swirl on glass rod to precipitate.
25. Redissolve in 1 ml H2O.

