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Bl DNASE . 5P E DNABSMERGTH RAPDY MR EAME . BY T -1 E4HENLE
REW RAPDRNAR ATHEBRELZHAESIN. EREA.HE RAPDY HE MM RERRE N BHiR
DNA 20 ng,dNTP 150 pmol/L, 5|y 0. 3 pmol/L,Mg?+ & B 2. 0 mmol/L, TagDNA ¥4 & 1 Unit, 10 X Buff-
er 2,0 pL,PCR R B 8 kK 20 pL, {840 RAPD &4 #7XK . EAMRET.
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Optimization of RAPD conditions
of Platycodon grand florus

SUN Li-Na, YAN Yi-Zi* , WU Ji-Ri, WU Song-Quan,
JIN Dong-Chun, WANG Li-Ping
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Abstract; The total DNA in young leaves of Platycodon grandi florus from Tonghua was successfully extracted by u-
sing the developed CTAB method. The optimum reaction system of RAPD for the P. grand: florus was established
by RAPD analysis of the different Mg?+ ,DNA templates, primers and DNA polymerase. The results show that the
most optimal reaction system of RAPD is:20 ng template DNA, dNTP concentration 150 ul.,0. 3 pmol/L primer,
MgCl; 2.0 mmol,1 U Taq polymerase,10 X Taq polymerase buffer at 2, 0 gL in the 20 pL reaction volume, A high
reproducibility was obtained with the optimized experiment condition,
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1.1 &8

1.1.1 £%H4# #E DNA &M KA EHE
S RFREFEHEERRE, RT 2B EER
MR E A S O REH, BTF-70 CHREKEHR
HER.

1.1.2 X #  IAE #: CTAB, EDTA. dNTP,
MgCl, \Taq B .Tris, 10 X Taq BEEZ WK .51 Y.
BHiBZEE., ULAGHA LBEELEYITEL
G353

LL3NE BEBERL: RIFHAEH(U-
3010); ZHEESABRKMGEEA—UIH) ; ERXRE L
HL(HERMLE2383K) ; PCR {{ (PCR System9700) ;
AR EKAEE .

1.2 5

L2 1DNA#KE M #&52E HEALDNAM
BB, R A M &9 CTAB 3 GGk 3 F 4, 2004) FREX
0.1~0.2 g gt , EBBF B EH KRR, BEF 1.5
mL B8, A 650 pL BB 65 ‘CHY 2X CTAB
BB (2% CTAB;20 mM EDTA ;100 mM Tris-
HCI(pH8. 0);1.4 M NaCl;1% pvp) 1 10 uLB-3i % Z
BZ,65 CoKi 45 min, RILEZ B TR A, A%
ROEH/RIREEQL : D BIZRY . ZRT 12 000
rpm B0 10 min, R EFWE T 1.5 mL HLEH,H
MASEROEN/ F QL : DRGBRS EER
T 12000 rpm B> 5 min, WM EERETHFELE
LINA 2/3 {KFR-20 CHI% MR EE, B-20 "CkfE
FHCE 30 min EHIAERIE, F L LB, H 0%
RERERIIERK BEEOEEETRAKKLET
#. BA 100 pL 1 X TE Wik %% DNALINA 2 pL
RNase 37 ‘C{£#5 1 h %% RNA, E4My 66 E TR
BDONAWKERME. ¥ DAN KEE X 10 ng/
pL, F-20 CHKFEPREER.

1.2.2 R A4 69X Bkt B e BEA R B &
4,80 PCR R 24K 20 pL AR, KPP EER
DNA 20ng, 3|4} 0. 2 umol/L,TagDNA B4 1 u-
nit,dNTP 200 pmol/L, MgC1, 1. 5 mmol/L,10 X
PCR @ 2.0 pL, KRUERBAKHREE 20
pLEFEREE—HET YW, EREREEE—
W& T R xR —FF, 2 UBC320(CCG GCA
TAG A) B 3 |2 B & 7 H R DNA 5|4,

dNTP,MgCl; . Taq DNA B4 B4 5 1R B A FWKE
BEG DHTRAEHBEERRSHRGEEFES,
2004; &% ,2004),

#1 RAPDREGEFRHNERST AR

Table 1 Amount of components
in RAPD reaction system

g}?cﬁgation grades 1 2 3 4 5 6

DNA (ng) 5 10 20 30 40 50
2{#) Primer (umol/L) 0.1 0.2 0.3 0.4 0.5 0.6
dNTP (umol/L) 50 100 150 200 250 300

MgClz (mmol/L)
Taq B Tag DNAse (U)

0.5 1.0 1.5 2.0 2.5 3.0
0.25 0.5 1.0 1.5 2.0 2.5

1.2.3 PCR# 45 £ % & PCR KM System
9700 PCR f{ Li#fr . RMBF AT ZEH 94 C 5
min,94 CA# 1 min. 40 ‘Ci8 kX 1 min.72 CIE{#
90 s #9183 40 K, B S5 72 "CEEH 5 min, P =Y
A1LA4%(EE 0.5 pg/mL R Z 50) B THARVEEEBL
#ATE 3K » A Dolphin %R SRR

2 HEREAM

2.1 #5148 DNA IR LR 947

R LR AT RS 8 DNA #i48, 2 %5+
A6FEEEH R, 45 2 OD230.0D260,0D280 4 H
3 0.452.,1.092,0. 587, OD260/0D280 4 1. 86,
VLT B DNA B4 A5 F E H R A B
0OD260/0D230 3 2. 4,458 DNA 8 E RN
MEFR . EER.BENTFHRRA.
2.2 kAU I
2.2.1 MAMRE Mt B DNA ¥EXT RAPD R
ik KX (E 1), DNA BB 7E 5 ng 1 50 ng Z[A]33
BB i (B7E 5 ng 1 10 ng TH B AHFRAKE
M 530,40 ng 1 50 ng B ERAFR 434 s DNA FIBTE 20
ng B AT B ST M 1 45 3. 48 DNA AR H ¥
Wi. E,HEAR DNA A& E KR 20 ng LLEVEAE.
2.2.2 31k A ik SYWREEXT RAPD [ B %M
HEKRK(E 2). EESIYEENH M, T R
ZHEMWEM 0.3 pmol/L LASFH BEA—2, 5|9
FRE 0.3 umol/L B}, W RIEW B RHES. B
B ARSI YA EL 0.3 pmol/L HFEE.
2.2.3 Taq REBRAEFE Taq RAWWKEN
RAPD R MR K., Taq BEHRELHRIRK
LB R M E 3 PR LIE ) Taq REEKE
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B 1 #4R DNA BREXT RAPD [R50
Fig.1 Effect of template DNA concentration
on RAPD reaction
M. 200 bp #y DNA 2 F R IE ; 55F 0 DNAREME (R D. TH.
200bp DNA ladder;lanes 1 to 6 correspond to concentration
grades for template DNA listed in table 1. The same bellow.

B2 34w RAPD KR 5 m

Fig.2 Effect of primer concentration
for RAPD reaction

B3 Taq BRAWKEST RAPD &R I %M
Fig.3 Effect of Tag DNAse concentration
on RAPD reaction

10U M 2.0 URTy 4 HEEL FEW K DNA 7,
PRFEYRERE T AT HARM T ALK R
RA%EE, AR Tag REBREL 1U HH.

2.2,4 INTP B ifit B 4 KW, INTPHREE
100~250 pmol/L Z [A =Y KT HE M. #
FE A R a3 B AR T VR AT 2R 1 050
bp 11 600 bp DNA # (JKiE 5.6). MY IEER M

1400

800
600

400

A 4 dNTP ¥ & X RAPD [ Bf i) 5% 0
Fig. 4 Effect of ANTP concentration
on RAPD reaction

HALKHAEE,INTP 3 ELE 150 pmol/L B &
BEHEM.

2.2.5 MgCl, R Ak HESEHBRT 05
mmol/L BHEFY % =4 4h, 7£ 1. 0~3. 0 mmol/L
3R BIR M RO IE AT, i g MeCly ¥R BE i 15 5 i
RABEETS S ERIERRET I, MeCl, RE
%+ 2.0 mmol/L,

B 5 MgCl; ¥ E X RAPD R i) 5% 1)
Fig. 5 Effect of MgClz concentration
on RAPD reaction

LIRUEERERNTIEER
KRR 8RB &R, A 514 OPD19 ¢ 24

MEEMRREETY HE 6. TUFS, ¥ ¥

AN AR R MR RER THERN

RAPD 4t (Fg 4% ,2005) .
3 #i

AE B R, AR B SER T, TR B3 %
HHEBA—F, 23 RAPD WEE = HE BRI
WA, TR M RAPD 4347 89 #E B 1 , T RAPD 75 7%
B ET 1 5 A R 1 R A RAPD fRic st T 5 £
FEME AT B AT SR 254, T A % RAPD #3869 S0k 3
¥Z BEAE—NREYHABRE, BA HEX
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Fig. 6 The result of optimized reaction system on RAPD analysis

RAPD #4714k, ML 2 ZRE L, BRERITF
MR 4R, FIH UBC AR NEX) I
R R RTEX T4 R A EF K59 (0 OPD19)
b1 ad 18 2R 4149 RAPD B % (& 6), X U A A
A M5 T4 XER RAPD (AR .

A A SCE 15 A5 RAPD 358 [ I A9 B R 1A
RN 78 20 pL PCR R 57 & FR A, B4 DNA 20 ng,
dNTP 150 pmol/L, 5| #j 0. 3 pmol/L, Mg’* % 1.5
mmol/L, TagDNA 48§ 1 Unit,10 X Buffer 2,0 L,
2 B RY RAPD SR SEAT 00, BRI

5% 3L -
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