Preparation of plasmid DNA (Mini-Prep)

()

A Y — b DF = v 7 OEFIZHWD,
(& o 7zPlasmid% > — 7 = XA % & X [FPCR purification kit CiEH)

(Day1; Bacteria culture )

Colony (LB / Amp plate) ==§p» 2 ml of LB (or 2 x YT) / Amp (50-100 pg/ml)

in 15 ml tube

* Culture O/N (~18 h)

(Day2; Mini-prep )

Bacteria in 15 ml tubes
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to 1.5 ml tube
15,000 rpm, 1 min, 4°C

add 200 pl of Sol. 1

suspend by vortex

add 200 ul of Sol. II (Lysis buffer)

invert 7 times (clear cell lysate)

add 200 ul of Sol. III (Neutralization buffer)

invert 5 times (become clouded)
Add 10 ul of chloroform
15,000 rpm, 10 min, 4°C

sup (~ 550 ul)

add 550 p1 of isopropanol
R.T 5 min
15,000 rpm, 10 min, 4°C

add 500 1 of 70% EtOH
vortex

15,000 rpm, 5 min, 4°C

air dry
dissolve in 40 ul of TE

Quantification (1: 20) & cut check (5~10 ul)

Sol. 1

50 mM Tris-HCI (pH 7.5)
10 mM EDTA

50-100 pg/ml RNase A

Sol. 11
0.2M NaOH
1% SDS

Sol. 1T
1.32M KOACc (pH 4.8)




