Promega Wizard Plus Minipreps

DNA Purification Systems

3-5 ml of Bacterial Culture

1. Pellet cells by centrifugation at 10,000 x g (1,400 x g for 5-10 ml).  Pour off supernatant.

2. Resuspend the cell pellet in 300 (l of Cell Resuspension Solution.

3. Add 300 (l of Cell Lysis Solution and mix by inverting 4 times.

4. Add 300 (l of Neutralization Solution and mix by inverting the tube several times.

5. Centrifuge the lysate at 10,000 x g for 5 minutes.  If no pellet has formed after 5 minutes, centrifuge an additional 15 minutes.

Plasmid Purification using a Vacuum Manifold

1. Prepare the vacuum manifold with Minicolumns and Syringe Barrels.  Thoroughly resuspend the resin before use.

2. Pipet resin into each Minicolumn/Syringe Barrel assembly.  Add cleared lysate.  Open stopcocks and apply vacuum.  Turn of vacuum once sample has passed through the column.

3. Add 2 ml Column Wash Solution to each Minicolumn and apply vacuum.

4. Continue vacuum for 30 seconds to dry resin.  Transfer column to 1.5 ml microcentrifuge tube.  Centrifuge at 10,000 x g to remove residual Column Wash Solution.

5. Transfer Minicolumn to new microcentrifuge tube.  Elute DNA by adding water and centrifuge at 10,000 x g for 20 seconds.

6. Remove and discard Minicolumn.  Store plasmid DNA at –20oC.

