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Abstract
and LiCl instead of phenol and chloroform extraction, and used 95% alcohol instead of absolute alcohol, which could wipe off

An improved protocol for isolation of plasmid DNA from E. coli was described. The improved method used NH, Ac

large amounts of RNA, protein, salt, amylase and other undesired materials. The experiments demonstrated that the improved
method generated good quality plasmid DNA with high yield, and it could meet the standards for many common molecular biolo-

gy experiments, such as PCR, restriction enzyme digestion, E. coli transformation and plant genetic transformation. Fig 4,
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FERT BRI BERE 11 %) Bk DNA B3R BOy B4E T 3 —
BRI, R TR RAE R R, AR EERE O, ER N,
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1.2 KFFEE

VW T :50 mmol/L #Z 4,10 mmol/L EDTA,25 mmol/L
Tris - C1,pH 8. 0; 3% 0 (BLAZLAD) :0. 2 mol/L NaOH,1.0%
SDS; % I : 5 mol/L KAc 60 mL, yKES AR 11. 5 mL, 7k 28. 5
mL; 75K IV :6 mol/L. NH,Ac (pH 8.0) ;7% V :6 mol/L LiCl;
95% Z,F%; TE 22 W13 (10 mmol/L Tris — HCl,1 mmol/L EDTA,
pH 8.0) ;70% Z, ;10 png/uL RNA B DL AT B iRFIZ 5%
SDS.LiCl.RNA Ffy § LAY TRARA RN HEHAHE
P S A TR
1.3 J&HI DNA K%

(1) # 1.5 mL B LA 13 000 g B0 30 s (FTABS.LITE
FRTHAT) ,REEE;(2) A 100 pL B8 1, IRGHEEE
FRor T E, FIRAKE 2 ming (3) fIA 200 wL FECHIF AR DL,
REEEOCEBEBR RESNAEY, ERACE 2 min; (4) i1
150 wL KR MR L, iR s O B BRSO , B2 0 6l
TEFATE R, 7KIE 3 min 5, 1L 13 000 g 8.0 3 min; (5) /ML
B, IMAFEER 9% B, EEME 5 min J5, L)
13 000 g £§.0> 4 min, 3 75; (6) A 200 WL TE 3 TC B W&
IKVERRUTIEDIG , A 150 WL F IV AT 150 pL 3V, 24
BAEHSEIKE 3 min, K5 LA 13 000 ¢ B0 3 min; (7) /hils
B W, A 2 SRR 95% 2B, EIRACE 3 min JF A
13 000 g B§.0> 5 min; (8) FF/}_BVE, UTHEH 70% Jok Z R %
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PR, IR B, R WA AGH T 3 min 3 B AT (9)
FH 15 pL TE #%4# DNA 33, FlAt A 2 pL Rnase (10 pg/pl),
37 C/K¥ 10 min J5F -20 CHREEA.
1.4 [l DNA SERRESH
1.4.1 HRFEEX 3% F] Pharmacia Biotech /2 &] ¥ Ultro-
spec 2100 433656, LUK BT B F7K A% B, Il 58 Bk DNA
PR TOBHE As0 an ~ Ay aun T Asgg py T DNA N Ao wu”
Ass nm ~A260 m” Aso e EEIEL 73T TR DNA B HE.
1.4.2 IRPEFEER K B 1 pL ks DNA, Pl Lambda DNA/
EcoR 1 + HindIl 2} Marker, 7E 0. 8% FEIEMEERE E LIS V em ™!
P HE, R HE Bk 20 min. SR 5 HE R E VL 24 5] ) BIO — PROFIL %R
AR R G S HNIRAR IR 557 5 BERLI ) 52 DNA U E, [F)
RFH)5] RNA FIE B BRERRR.
1.4.3 JRADNABEYIERE  VEUERUR. DNA IERGHE, Xt
oKL DNA HEAT R M A LIRS 67, FORNLR R 10 x v
2 L, ZBEE BSA (10 pg/pL) 0.2 pL,3 ul Fk: DNA, EcoR
I (Pst1 8% Bglll,10 U/pL) 0.5 pL,ddH, O ¥R FIyE 4 4 20
pL B EHSEET 37 C RIS 4 h. RFE10 wL BYI~ 18

uk, BAMNEAR.

1.4.4 R DNABEHEALEHESGAS  HEIALKNE
2%, FI A BIORAD 44 ] i) PDS — 1000 BY £t [+ ks
DNA R AR HEAGHL. BaiC gk f -t EA T
HEMIME , 2 PCR F0 Southern ZAK i , 74340 PEALBE 9 B

2 ARG

FIZHGE IR B ik DNA R RS EERNE L
1E DNA $2BGE R A, FEMT5 R Y B8 RNA B H UM 45,
A0 o’ A0 T Ay e Ay e EGAEL FT LA ST B0 1 T 2 B JBRE
DNA B2 B, B 5 P I 2R & R BB A S oAb 4y, (545
A0 n” A0 e T Ay’ Ao o FETEL T B AR 1 B 4317 45 5K
B, AR BB DNA A nn/Asso wn LLENF 1.7 ~ 1.9
Z 1B Ay o Ay e (EIEST T 1.9 ~ 2.2 Z[], R DNA [0 21 B
A= AR L . DNA Lk e A 45 R 32 W, % 07 B R I
DNA IR TRLE M SE 5, RNA #h R 5 Qe Wy i /0, T3 ML 7 1
PRI BRL DNA T 5 & B8 2 1 IF 35 503 78 U8 e 45 A A 3R
(E1).

x1 AEFEFRFZHIFRH DNA RERSE

Table 1  Quality and quantity of plasmid DNA extracted by different methods
ik Y& Concentration & Yield
A A A A /A A /A
Method 230 1m 260 1 280 1m 260 nm” 4230 1 w0/ A0 NAY /g L' p(DNA)/pug !
Bk Improved  0.094 0.182 0.102 1.94 1.78 0.87 8.7
B Improved  0.074 0.165 0.090 2.21 1.83 0.79 7.9
L Common  0.057 0.103 0.061 1.81 1.68 0.46 4.6

ZIRHIVEEETE A T IR AR R Be (B 2) , R ok
DNA B4 5e 2B AR B s, 705 B FoR. DNA 2507 %
T RAFRB IR TR, &% 2K A4 FoR DNA BRUI A SR 1B L,
I Bk 3R DNA RS, TRBO J7 Bk 4R ) DNA, 4l 5 A=
BRI, 5 THEYT, BLRRUTE A BoR: DNA tUAs 2.

B 1 0.8% SifaHEEREE F vk Rl Bk DNA A5
Fig.1 0.8% agarose elelectrophoresis of DNA samples
M: Lambda DNA/EcoRI + HindIll; 1, 2: M3k P42 BUH ORL DNA; 3,
4: FHUITEARBURBURL DNA; 5. LiCl 1 NH, Ac A BHS BOTLEY) 1,
2 : Pasmid DNA extracted by improved method; 3, 4: Plasmid DNA extracted
by common method; 5: Precipitate after treated with LiCl and NH, Ac

B BRI BB DNA AT LU T AL ) 38 1% S AL B 5T,
TR R ES AR HEEGAR B 3 ME 4 By
CH R4 24T PCR A Southern 223X H9 45 R SR ik 77 ¥
FREH BURL DNA SAER AL Fe AL a9 2R, 7T LUR TR Y e
L.

B2 [k DNA BEYISER

Fig.2 Result of DNA digested with restriction enzyme
M: Lambda DNA/HindIl; 1: Jiki DNA/ Pst I 5 2 Jfiki DNA/ Bgl 1l ;

3. Jfiki DNA/ EcoR 1 ; 4 Jivki DNA (pBCRP) 1: Plasmid DNA diges-
ted with Pst | ; 2; Plasmid DNA digested with Bg/ Il ; 3: Plasmid DNA di-
gested with EcoR I 5 4. Plasmid DNA (pBCRP)

3 9t

PR /N B R DNA 4R B h 15 S0 bR 1 — Fh i S A
®hoBR ] FEEWRAEE, MAE —EBER RS, FHE
TUEE 28 A RERRIE B =R ok DNA; R 1T 2252
BEEARADEREE ST, MABRYSMEERSE, R
VUBBT U Bk DNA'S . 4 4 5 3038 A 0 v vk 11 B o g e vk
B EE R N PR SDS B/ RIEE , vk 15 SDS
AR R, R ERE IR RS REEN, MABKIE, B
T2 (20 ~30 °C) , 7T LA 7l {6 B 1k 244 F DNA A5, i 48
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/i€ DNA N2 32 B ; 7 i LR Bkl DNA B 556k
DNA 38 IIAJGE B UK I 3 min 7] AR %5 F ki DNA B & F1
i 8

AP T 2R NH, Ac #0 LiCl [/ A2 UT3EZE A R A1 RNA,
BRI RIEFRIRCR , TR B A0 R O 31, A8 SR e 45 M i aR
Rl A 95% LB 2 WULHE BUBL DNA, RORFERFOR: DNA o
AT TS R YIRS B, N IR FOR: DNA 57 8. ) 1 mL 28

B3 npedl B H PCR =4 (3o B R)
Fig.3 PCR products of npll

M: Generuler™100 bp DNA Lander; B: 28 (A%t B ; CK: BHMEXTHE; 1

FRAEXH B (B DNA) 5 2 ~23: BeAHRERI#R  B: Blank control; CK:

Negative control; 1; Positive control ( plasmid DNA) ; 2 ~23; Tramsforma-

nts
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