Plasmid DNA Isolation
1. Grow cells to stationary phase.

2. Place 1.5 ml cells in microcentrifuge tube.  Centrifuge 30 sec at 12,000 rpm. Remove and discard liquid supernatant.  Fill the tube again with stationary phase cells! Centrifuge 30 sec. Decant supernatant.  Fill the tube again (third time) with stationary phase cells! Centrifuge 30 sec. Decant supernatant.
3. Add 250 µl solution I (resupension buffer with RNase). Vortex into solution and resuspend pellet.
4. Incubate tube 2 minutes.

4. Add 250 µl solution II (lysis buffer).  Invert capped tube 5X.  Incubate at room temp for 5 min.

5. Add 350 µl solution III (precipitation buffer).  Mix immediately by inverting the capped tube to a homogeneous mixture. Centrifuge 12,000 rpm for 10 min. The supernatant is known as the “cleared lysate”.
6.  Carefully pour the cleared lysate from step 5 into the column making sure that the pellet does not dislodge and centrifuge the column with collecting tube for 1 min at maximal speed.

7. Discard the liquid in the collection tube, place the column back into the collection tube and 500 µl of HBC Buffer to the column. Centrifuge the column/collecting tube for 1 min.

8. Discard the liquid in the collection tube.  Place the column back into the collection tube. Add 700 µl Wash Buffer to the column. Centrifuge the column 12,000 rpm for 1 min. 
9. Discard the liquid in the collection tube. Place the column back into the collection tube. Centrifuge the column 12,000 rpm for 2 min to dry the column. 

10. Discard the collection tube and insert the column into a clean 1.5-2 ml centrifuge tube. Place 30 µl of Elution Buffer onto the center of the silica in the column and incubate for 2 min. Centrifuge for 2 min, discard the column and cap the tube that contains the eluted purified plasmid DNA.
This Tube contains your purified plasmid DNA!  
