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= Abstract =

Since the development of molecular biological techniques, the plasmid DNA became in-

dispensable in the research laboratories., Conventionally, the plasmid DNA was purified

using CsCl and over 40 hours of high speed centrifugation, To overcome these problems,

several manufactures have developed kits for purifying plasmid DNA based on affinity

chromatography, however, the yield of single preparation of plasmid DNA was not suf-

ficient for experiments such as gene therapy, gene delivery using liposome, or ¢cDNA

vaccination, In this technical report, by precipitating DNA using ethanol and re-using

column, we have developed a simple method for preparing several miligrams of plasmid

DNA from 300 ml of over night bacterial culture using Wizard Plus Maxipreps Kit®.

M =

Watson# Crickell 23] DNATF-Z7} w§

olez Awstet 9l ot Hokel o7
o 3lelA DNAE gloiM e otd EAdloe
oAl oz 7 ¢k &3] plasmid DNAE
ol alFol SloiM kA WA AHgEe E
3] cesium chloride (CsCl)& A}&-3le] 44
22 stgict (Sambrook et al, 1989; Ausu-
bel et al, 1989). Leiv} o] & o] &g Hd
& wamz zrlel CsClob =& §-38

ethidium chloride & AM-&3l9x Felnc} 40
AlZke]l Y 4 AR E Fsiojoprt ¢
g S dx s z2Ey 1990w el
Eo14 Qiagen$¢| 3|4l chromatography
HE o83 ¢4 DNARHE Mwsigle
o YA ohFd 3AbellA o9} fAME fe

£ o] &3le] £4-% plasmid DNAE 22|&
4 dE kits AMAL Yok olF Py

F£9] CsCl, ethidium bromide, i< A4
»el5s 01-&;}2] U 3~4A o F4
DNAE & 4 Advte AT 2z oy
column$] capacity 2 elsled Reld 4 gl



Wizard Plus Maxipreps Kit®% ©]-4-3% Plasmid DNA¢| H2lwle] 34

~137 -

DNAS®] o] 500 wgi9)ete AHE Zx 3l
o}, ol j 42 dwbH oz AgAldA P
A Aol e FEE FolAut liposome
& o]43 gene delivery (Mann et al, 1997;
Williams et al, 1991; Yang et al, 1990), gene
therapy, cDNA vaccination (Tang et al,
1992; Davis et al, 1993; Michel et al,
1995; Hartikka et al, 1996) 5< A &elA
o} o] mrh B ok DNAZ Mg ¥ w7}
W3] dek, wizke] DNAE «j2)719 colu-
mng o] &3] A d-& & YA shAl
Foz 495 A3 7]l columng
7tA1¢] DNAE-215 #8 S=AE &t 2
< dubHal AFA e e AE A
A A d3lolnt;

£ vuAoAEs #A Al%sle Wizard
Plus maxipreps kit& AAL&ste W4 S 1
alsled 300 ml W99 bacterial cultureol] 4]
4 mge DNAE 2ejdte s 4Asxn
2} ek,

Agdy o Ao

2 AgoAE A7kxe] DNA (A, B, C)
E Ao g dgler] DNA Ax pBR322
o] 6.8 kbe insertione] ¢l DNA B+
pBluescripte] 1.6 kb¥] insertione] ¢l.o.
DNA C¥ pBSel 1.6 kb#] insertione] =
Al 85 28353

Bacterial culture, lysate®| =H|2} DNAZL|

2%

o] & % plasmid¥ DHb5aol transform® g}
o single colony¥ 2 mle] LB /Ampicil-
in (60 pg/ml)el HZFF ¥ 6412+ Fat 37T,
225 rpmollA Awlok (pre-culture) 3t F o]g]
o8 (1 m)E 2L wix 300 mlol] $A Z&
27 A 20417k b wiekakgiet. 5,000xg0
Al 1087 QA Re]dle] o1& pellete 10 ml

9] cell resuspension solution (50 mM Tris-
HCl, pH 7.5, 10 mM EDTA, 100 wxg/ml
RNase A)o.g H&3la cf4] 10 mlY lysis
solution (0.2 M NaOH, 1% SDS)-¢ #7}3}
o] lysedtel,

Lysate-2 Aol 4 10%7F 5] s1A 3] lyse
= A 3 ¥ 4] 10 ml9] neutralization sol-
ution-g #7Fele] F3A|glch o] vhA] 14,
000xg, A-&ell4 |94l 4-2]3k1 plasmid DNA
¥ 5% "J%"J% o # 25 E3le] A7
£ A=k #®e A& 0.5 volume (oF
15 ml)¢] isopropanol& H7}sti ©thA] 14,
000xg, 4ColA UA-E2]3sle] plasmid DNA
% AAAZ AAR plasmidE 3715l
A ARAF L AFRolE ALt YE
#E ethanol (< 45 ml)& Asstz & 4
L3 oA 1087 JE ¥ BEc}, Ethanol$-
A& AENE 14,000xg, 4ColA tHA] WAl
22FE Azde Wen AAAR plasmid
DNAE §}zke] ¥7|Azgr}

Plasmid DNA2| 1%} loading % elution

AzE FA9 pellet2 77 1 mle] TEoq)
2HA 71 10mle) Wizard Maxipreps DNA
purification resin® 4o columnel] &A%
=}, Column-® 50 ml conical tubeel @i
godr  (500xg)ol4 587 A4Alsle] 1z
loading¥}c}, YAl E2]F column¥te g &
4o} (DNA pellet$ resuspend & TE$} re-
sing suspenddli Wl LoHe] Tfom oF
12 ml7} %)< conical tubeol Zulz %3
column-& vacuum manifoldel] #-#H&lc}, Re-
sin® 25 ml¢] column wash solution (55%
ethanol, 80 mM potassium acetate, 8.3
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Table 1. Concentration of plasmid DNA from each elution (ug/x0)

12} 2 3zt F T8
DNA A 2.45 0.20 0.12 2.77 mg
DNA B 3.61 0.47 0.18 4.26 mg
DNA C 4.08 2.79 0.53 7.4 mg
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Table 2. Efficiencies of DNA precipitation by ethanol or isopropanol (ug/ml)

A7 A A4 ¥
Ethanol 12.20 11.41
Isopropanol 12.20 8.58

Table 3. Efficiencies of BSA precipitation by ethanol or isopropanol (mg /ml)

A4 A A F
Ethanol 2.22 2.12
Isopropanol 2.22 1.70
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