
SMALL-SCALE PREPARATIONS OF PLASMIDDNA 

Minipreparations of plasmid DNA can be obtained either by the alkaline lysis 
method presented below or by the boiling method (see page 1.29). 

Harvesting and Lysis of Bacteria 

HARVESTING 

3. Remove the medium by aspiration, leaving the bacterial pellet as dry as 
possible. 

The supernatant can be conveniently removed with a disposable pipette tip attached 
to a vacuum line (see Figure 1.3). Use a gentle vacuum and touch the tip to the 
surface of the liquid. Keep the tip as far away from the bacterial pellet as possible as 
the fluid is withdrawn from the tube. The pipette tip can then be used to vacuum the 

EDTA [pH 8.01) and recentrifuging. After removal of the STE, resuspend the pellet 

Plasmid Vectors 1.25 

1. Transfer a single bacterial colony into 2 ml of LB medium containing the 
appropriate antibiotic in a loosely capped 15-ml tube. Incubate the culture 
overnight at  37 C with vigorous shaking. 

2. Pour 1.5 ml of the culture into a microfuge tube. Centrifuge at  12,OOOg for 
30 seconds at  4 C in a microfuge. Store the remainder of the culture at  
4 C. 

This protocol is a modification of the methods of Birnboim and Doly (1979) 
and Ish-Horowicz and Burke (1981). 

1. Resuspend the bacterial pellet (obtained in step 3 above) in 100 of 
ice-cold Solution I by vigorous vortexing. 

It is essential to ensure that the bacterial pellet is completely dispersed in Solution I. 
This can be achieved rapidly by vortexing two microfuge tubes simultaneously with 
their bases touching as shown in Figure 1.2. 

The original protocol called for the use of lysozyme at this point to digest the 
bacterial cells. This step is unnecessary. 

Some strains of bacteria shed into the medium cell-wall components that can inhibit 
the action of restriction enzymes. This problem can be avoided by resuspending the 
bacterial cell pellet in 0.5 ml of STE (0.1 M NaCl, 10 mM Tris Cl [pH 8.01, 1 mM 








