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Since the bacterial chromosome is attached to the 
membrane, it also precipitates in this step.  Your 
instructor will centrifuge the tube for ten minutes, 
and this will again result in a pellet and a superna-
tant.  This time it is the supernatant that contains the 
plasmid DNA.  Move to the vacuum manifold (Figure 
4 on the next page), obtain and label a minicolumn 
with your group number, install the minicolumn onto 
the vacuum manifold as directed, and carefully pour 
your cleared lysate into the column.  The column con-
tains resin that binds plasmid DNA.  You will attach 
your plasmid DNA to the column and then wash away 
other impurities.

Apply vacuum using the stopcock on the vacuum 
stem so that your lysate is drawn through the column.  
When all the liquid has been drawn through, release the 

vacuum.  Then add 750 Õl of column wash solution, 
apply vacuum to draw it over the column, and release 
the vacuum.  Repeat the wash step, using only 250 Õl 
of column wash solution for the second wash.   When 
all of the wash solution has been removed from the 
column, release the vacuum, and transfer the column 
to a spin collection tube.  Your instructor will spin the 
column brieÿ y in the microcentrifuge to remove any 
remaining liquid.  Then, transfer the column to a new 
1.5 ml microtube (labeled with your group number), 
add 100 Õl of water to the column, and allow your 
instructor to centrifuge the water through the column.  
Since the DNA does not bind to the column resin in 
the presence of pure water, it is released, and travels 
with the water into the centrifuge tube.  You may now 
discard the column.

Figure 4.  Wizard SV Illustrated Protocol.  Reproduced with permission from Promega Notes 59:10 (1996).




