Miniprep. plasmid purification
Jer-Ming Hu
modified from Dr. S.T.Liu’s lab protocol

Spin down 1.5ml-3ml O/N culture cells at 12k rpm, Smin
} (you can spin twice)
Discard supernatant, resuspend pellet in 150p1 Soln I
{ RT (or on ice) for Smin
Add 300l Soln II (fresh made), stay on ice no more than Smin
| inverted 10 times
Add 210pl Soln III, stay on ice for Smin
| inverted 10 times
| centrifuge at 12k rpm, Smin, 4°C
Collect supernatant and add 500ul (or same volume) isopropanol
| inverted 10 times
| centrifuge at 12k rpm, Smin, room temp.
Discard supernatant, wash DNA with 500ul 70% EtOH
| inverted 30 times
| centrifuge at 12k rpm, Smin, 4°C
Drain EtOH and dry DNA pellet in SpeedVac 10min
Resuspend DNA pellet with 20pul RNase-containing (200png/ml) TE and 40pl H,O
| incubated at 37°C for 1 hour

***You can stop here and store the plasmids in -20°C, or do restriction enzyme digestion to
determine the size (2-3ul of plasmids in 10ul rxn)***

If you want some higher quality DNA, you can do the following:
Add 150u1 H,O and 200ul chloroform
| inverted 30 times, centrifuge at 12k rpm, Smin, RT
Collect 200u1 upper aqueous phase and add 14ul 3M NaOAc, then S00ul 100% EtOH
| inverted 30 times, put in -20°C for ~30min
| centrifuge at 12k rpm, 15min, 4°C
Discard supernatant, wash DNA with 500ul 70% EtOH
| inverted 30 times
| centrifuge at 12k rpm, 15min, 4°C
Drain EtOH and dry DNA pellet in SpeedVac 10min
Resuspend DNA pellet with S0ul TE, and it is ready to store in -20°C

Soln I = 50mM glucose, 10mM EDTA, 25mM Tris-HCI, 4mg/ml lysozyme
Soln I = 0.2N NaOH, 1% SDS
Soln IIT = 3M potassium acetate, SM acetic acid



Notes on the reagents.
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Isopropanol
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