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e What is Plasmid Prep?

Isolation of plasmid DNA from E. coli is a common routine in research laboratories to purify a specific
sequence, since they can easily be purified away from the rest of the genome. You will perform a
widely-practiced procedure that involves alkaline lysis of cells. This protocol often referred to as a
plasmid "mini-prep," yields fairly clean DNA quickly and easily.

e How does it work?

After cloning of the desired fragment using the bacterial competent cells, the appropriate colonies will
be sub-cultured in different universal bottles-containing 6 ml of LB/ampicillin (100 pug/ml) at 37° C
shaking water bath (~150 rpm) overnight. Then, 2 ml of the mentioned LB/ampicillin/JM109 cell
cultures will be transferred to a micro-centrifuge tube and centrifuged for 2,656 x g for 3 minutes. This
step will be repeated two more times in the same tube, filling the tube again with more bacterial
culture. The purpose of these additional steps is to increase the starting volume of cells, so that more
plasmid DNA can be isolated per prep. Afterwards, the supernatants will be discarded and the pellets
dried. Two hundred pl of solution | (50 mM glucose, 25 mM Tris-HCI, pH8 and 10 mM EDTA) will be
added to each pellet, mixed and vortexed vigorously to dissolve the pellets. Next, 200ul of freshly
prepared solution 1l (1% SDS and 0.2 M NaOH) will be added and then will be left at room temperature
for 4 minutes. Later, 200 pl of solution Il (60 ml of 5 M potassium acetate, 11.5 ml of glacial acetic acid
and 28.5 dH20) will be added and the mixtures will be left on ice for 15 minutes. The mixtures will be
centrifuged for 10 minutes at 17,382 x g and the supernatant will be transferred to new 1.5 ml micro-
centrifuge tubes. After that, 5 pl of 50 mg/ml RNase A will be added and incubated in a 37° C water
bath for 3 hours. After RNase A incubation, 600 pul of phenol will be added, and the mixtures will be
vortexed and centrifuged at 17,382 x g for 3 minutes. The supernatants will be removed and placed in
new micro-centrifuge tubes. Next, 600 ul of chloroform will be added, the mixtures will be vortexed
and centrifuged again at 17,382 x g for 3 minutes. The aqueous layers will be removed and 0.1 volume
of 3 M sodium acetate and 2.5 volume of absolute ethanol will be added to each tube. The mixtures
then will be placed on ice for 20 minutes. Later, it will be centrifuged at 17,382 x g for 15 minutes. The
supernatants will be discarded and 1 ml of 70 % ethanol will be added to each one and centrifuged for
15 minutes at 17,382 x g. The supernatant is discarded by pipetting and the pellet is vacuum dried.
Lastly, 30 pl of dH20 will be added to each pellet and the samples are left overnight at 4° C.
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e Whatis it used for?

The plasmid mini-prep can be used to quickly find out whether the plasmid is correct in any of several
bacterial clones. The yield is a small amount of impure plasmid DNA, which is sufficient for analysis by
restriction digest and for some cloning techniques.

e (Contact us

For more information or troubleshooting on your Transformation, please do not hesitate to contact us

at ijpp@iau-saveh.ac.ir. You can simply mention your problem by attaching your results. We look
forward to hear from you soon.
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