Truman State University Synthetic Biology Lab

 Plasmid Isolation using QIAprep kit

1. 14-18 hours before plasmid isolation, inoculate 5 ml of LB amp broth with a single colony of bacteria.  Incubate at 37 C with shaking.

2. Collect cells by centrifugation at ~1000 x g for 5-10 min.  Pour the broth off into an E. coli liquid waste container. (Make sure to autoclave the waste)

3. Resuspend pelleted bacterial cells in 250 µl Buffer P1 and transfer to a microcentrifuge tube.  (P1 needs to remain cold)

4. Add 250 µl Buffer P2 and mix by inverting the tube 4-6 times.

5. Add 350 µl Buffer N3 and mix immediately by inverting the tube 4-6 times.
6. Centrifuge for 10 min at 12,000 rpm in a table-top microcentrifuge.

7. Decant the supernatant into the QIAprep spin column.

8. Centrifuge for 10 min at 12,000 rpm in a table-top microcentrifuge.

9. Pipette the supernatant into the QIAprep spin column.

10. Centrifuge for 60 sec.  Discard the flow through.

11. Wash the QIAprep spin column by adding 0.5 ml Buffer PB and centrifuging for 60 sec.  Discard the flow-through.

12. Wash the QIAprep spin column by adding 0.75 ml Buffer PE and centrifuging for 60 sec.  Discard the flow-through.

13. Centrifuge the QIAprep spin column for an additional 1 min to remove residual wash buffer.

14. Place the QIAprep column in a clean 1.5 ml microcentrifuge tube which has had its lid removed.

15. To elute DNA, add 50 µl water (DEPC treated water) to the center of each QIAprep column, let stand for 1 min and centrifuge for 1 min.

16. The DNA is now ready for further analysis.  Store on ice or in freezer after isolation.

� Modified from Dr. Brent Buckner’s “Plasmid Isolation using QIAprep kit” document.�








