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Purification of plasmid DNA from S. aureus by alkaline Lysis

Birnbiom, H. C. 1983. A rapid alkaline extraction method for the isolation of plasmid DNA Methods Enzymol 100:243-255.

QIAprep Spin Miniprep Kit Protocol adapted to S. aureus (Marco Palma)

1. This protocol is designed for purification of up to 20 (g of high-copy plasmid DNA from 1-5 ml overnight cultures of S. aureus.  (Overloading the system with too many cells will reduce the yield.)

2. Grow 5 ml broth culture or plate of S. aureus.  

3. Move liquid cultures to sterile 1.5ml microfuge tubes 1 ml at a time.
4. Spin 1 ml culture at 4000 rpm for 10 min.
5. Remove supernatant and add more culture (if using more than 1 ml).
6. Repeat Step 4.
7. Add (OR, suspend 2 loops of culture from a plate in) 700 (l TE (10 mM TrisCl, pH 8.0, 1 mM EDTA).
8. Add 500 (l cold Acetone mix (50% acetone, 50% absolute ETOH, kept in freezer).

9. Incubate 5 min on ice.
10. Spin 2 min at 14000 rpm.
11. Wash the pellet with 1 ml TE (it helps to completely resuspend the pellet), spin again for 2 minutes at 14000 rpm and discard supernatant.
12. Add 3 (l 10 mg/mL lysostaphin to the cell pellet. (Vortexing the dry pellet briefly at this point helps resuspend the pellet when P1 buffer is added and seems to help lysis).
13. Resuspend pelleted bacterial cells in 250 (l of Buffer P1.
14. Incubate at 37( C for at least 1 hr. (Check for clearing).
15. Proceed with QIAprep protocol at step 3:

“Add 250 (l of buffer P2 and gently invert the tube 4-6 times to mix, or until the solution becomes viscous and slightly clear.”  Do not allow the lysis reaction to proceed for more than 5 min.

etc.

