“Microprep" Plasmid Isolation Procedure for Clone Screening
(Ayaz Najafov, Spring 2007)
Materials:
· Buf P1: 50 mM Glucose, 25 mM Tris-HCl, pH 8.0, 10 mM EDTA, pH 8.0, 100 ug/ml RNase A

· Buf P2: 0.2 N NaOH, 1% SDS
· Buf N3: 3 M KOAc, pH 4.8

· Buf EB: 10 mM Tris-HCl, pH 8.5
· 100% Isopropanol (cold)
· 100% Ethanol (cold)

Procedure:
1. In 2mL Eppendorf tubes, inoculate 1.5mL of 0.5X SOC using small tips. Leave tips inside.
2. Tape the tubes to the shaker, horizontally.
3. Shake at 200-250rpm at 37oC, O/N.
4. Spin: 10k×g, 30sec, 20oC.
5. Discard the supernatants.
6. Add: 200 µL of P1.
7. Resuspend the pellets by vortexing.

8. Add: 200 µL of P2.

9. Invert the tubes 10 times.

10. Add: 300 µL of N3.

11. Invert immediately. Then invert all the tubes 15 times.

12. Spin: 16-18k×g, 15min, 20oC.

13. Take 650 µL of the supernatants into new 1.5mL tubes.
14. Add: 65 µL of 3M sodium acetate.
15. Add: 430 µL of room temperature isopropanol.
16. Spin: 16-18k×g, 30min, 4-10oC.

17. Discard the supernatant.

18. Add: 500 µL 70% EtOH.

19. Spin: 16-18k×g, 5min, 10oC.
20. Let the ethanol to evaporate (room temperature or 37oC).
21. Resuspend the pellets in 50 µL of EB by vortex-spin-vortex.
22. Check 8 µL of the prep on 1% agarose/1X TAE gel.
