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i&F ISSR-PCR # 18I E S EFZH DNA RJIREX

w4 o, & E, X

L, R, F R B

1.z RERY REGRFEAFERXRRZ-YUFTFRELALRE, =i B 650031;
2. AR R A A SR R E R R A E MENLEE . M BY 650201

W EATHFEARTIERESTISSRPCR VWS R EEASAHA DNA, LA EAL
AR AR CTAB s A s E#HAT T R Aeti AL, ff ik h 4k 22 4809 DNA IR F ik, &R %
. Ak R CTAB % # K5 44 B4 DNA %%%%5’%m9£%ﬁ?‘Iﬂd%9ODZGO/ODZSOﬁE
1.7~2.0 218, A T ISSR-PCR ¥ 3¢ o} A4 2 b Ao T & H M ARRIF, DA DNA 45 & fo & £ 74
W E 4 ISSRPCR ¥ ¥ oW %K, A G A BN I SRS fenfr T ERNERRELR

T A,

X8R H A E N4 DNA;DNA $#HISSR
ERFRINAD A 3CE4S:1001—0009(2012)24—0108—03

hE4#£2.5682.279

B A (Lilium spp.) B TFHHEYEHNE A F
(Liliaccae) A& )8 (Lilium) Y B BFR . S FEAE 258
Y, E—FEG A AW T — R A,
AR, BEE AT A & 25 8 B B E AR A AR W
AT K H #2300, &6 © i ok i B A 5l % B #h
FE W & R B R B R R MBS AL R A A% SR . ISSR 2 i
Ziekiewicz E 2% F 1994 4E 3 F SSR tRic & 1) —Fb
BRI FARMOEAR , A R AE SSR Y 358 50
TG 1~4 A FEHLE B BRAE 051490, X5 A B A S 1) HE
%1 SSR [¥)— B DNA JF 5 #4791, SR )5 17 s Uk e
0 MRYE R (197 TC B AHNT 5 B 25 55K 40 M A [RVRE s 1)
ISSR #ric L A5tE, ISSR BEREAEENE BEH
U RAE T R PREE AR AR DNA &/ %2
BRFIEZ AN Z 0 TR E ST RS
BB R R E A R E T, R
FH ISSR $ AR St i 1] 25 2 1 A Bsf 4 30 5 2SR BB B —
FE B A B MR DNA, JUH B A ST R IRt %27
R TR EM B RFEA R K, BR T X8R DNA 15T &
MBEA R BT ERBOT SR ES T,

HATHEY 3 F 4 DNA IO AR Z , AN F
FEY) M RL T IE A W48 BUT 2 R RS, B DL A

E—EEBN R L0974, B, 2 Rk, £+, 8 308, #F
RF G HHEM 5T AW F . Email:cmhkm@yahoo. com. cn,
FEIEE:FR=A964), B . L BB ALFT QAT 4
#% , E-mail:li. chengyun@gmail. com,
E&TH:BRARKRHAFEL TR A (30860161) ;% & K F /T
R ALK F B (2011Y212),

s B #9:2012—08—20
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CTAB 3 H &34 DNA #47 T4 5GBS
UBC811 #47 7 # K 4H DNA ¥ ISSR-PCR 31 , DL 4%
F|—FiEE T A S ISSR-PCR ¥ ¥ BT, v A S
JB A% ZREVET AR B BB S T R
1 MR ExR*®
L1 Hsbe

DB T o i RIERY RIEAR T ERRZE-
HEIRE B LR EWESHE A Lilium tigrinm) JiR 5
AL, 3t 8 AR kL, SR IBURT £ 4 BTT R HE AR R, R
AR D48, B TG & H
L2 HEhk
L.2.1 ZPH4 DNA 32HC RAB R CTAB k42
B4 DNA, BARAP TR g . 02 0. 2 g BERR TR s
TEW A PR A S ARG A 1.5 mL B0
JMA 600 pL 65°C ) 2 X CTAB #2 B 2% wh il (2%
CTAB,W/V, 1.4 mol/L NaCl, 20 mmol/L EDTA, pH
8.0,100 mmol/L Tris-HCl, pH 8.0, 2% B-%i & Z B
V/V), iR, BF 65°Ck¥ 1 h, W84 e L4z
1% H,4°C 12 000 r/min B0 10 min; BUE YK,
IR ET ¢ B4 DL IRFHIRS 10 min;
12 000 r/min #.0> 10 min; BUEIEW A 3/4 R 7
B A —20°C# & 30 min; 10 000 r/min B L[>
5 min, 70 % Z.BE%E 3 s HARRTJE I 30~50 L 1X TE
(10 mmol/L Tris-HCl,1 mmol/L EDTA) , Z R # & 2 h,
{8 DNA 754575 ; B PN 1 mg/mL ) RNA i 1 L,
37°CF {44k 30 min, 65°C /K ¥ 4b # 10 min fif B 2K 75,
—20°CHREFEH.
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1.2.2 DNA ZEEEFIMREERTIN Byt b e e el vk s
B2 uL DNA #£ & 1 pL Gold View # PR % ¥}, 78
L OYEEISWIEERL |, F 3~5 V/em ME G HE K 1 h,
FEBEI R R G rp AR R . R4 Lkl . L
ddH, O Jg Xt #8 , & DNA #£ & 7E 260 1 280 nm JEHK T
) OD{E, I E = H M LLIE.
1.2.3 ISSR-PCRY# BIYSMEHME LT RF3AER
J¥31 (UBC 801~900) , i _I- ¥4 T A TR ARIRS A R
AT B IV H 5 pmol/ L, 23902553, A3
¥y UBC 811(J%%1 % 5-GAGAGAGAGAGAGAGAC-3) 1
H519. P AR M 2.0 mmol/L,dNTP 0.2 mol/L,
Tag DNA B4 1.5 U, B ¥ B 0.8 pmol/L, BT
DNA ¥ 1.5 ng/pL,10 X buffer 2. 5 pL, W G ARF K
25 pL, YRR R OACHIAEM: 5 min, J§F 94°CAEM
1 min,51°CE 1 min,72°C ZE{§ 2 min, 35 MEIF, F1E
72°CHE#H 8 min, 5 T 4’ CHRFF.
1.2.4 ISSR-PCR ¥ #7/=#y kil BL 3 pL P74
1 pL Gold View YLK 7E 1. 5 0 BUIEWESERL |, F
3~5 V/cm M IGHHTK 1 h, ZEEER R R G AR
HRH.
2 HRESW
2.1 FEPH4 DNA g

B 1 hESE A B DNA FIBISRHEE R B 3ok i 45
Ro BE 1AL RAIZIRE F R A CTAB 328U
& DNA T8 47, 78 126 #9 B i B i i vk b 3275 8 Bl B
5%, RNA LBrTi, MR SRR, FRERT
23 kb, H & LS 8 , BT A HE i Ml BR YR BE A BT 22 31
A o7 RUFEARESFF— 3L,

1 HABESEEH DNA LR fg#E B B ik E
T :1~8:8 4 KE i B R 45 DNA f B 3k 45 #7 s M: ADNA/ Hind [
Marker,

Fig.1 Agarose gel electrophoretogram of genomic DNA from
Lilium lanci folium Thunb.,
Note:1~8: The electrophoresis strips of 8 samples; M:ADNA/ Hind
I Marker.

2.2 FEPHZH DNA 4B fvg B
FREAM L kST BT B 8 (r 867t E &%
41 DNA 4l #:47 E B , 28 1 A%, ODygo / ODugo Y
HhfE # A F 170 ~ 1. 94 2 [Ja], DNA & B 34 ik 3
0. 61 pg/pLUi b, B3k 5 #) DNA i &8 f4i g 5388 T

ISSR-PCR ¥ #4 AR BEK . R HSR MR CTAB 35 7]
DRSS R E A &K 4 DNA,
x1 B R CTAB ;%12E
HERERFE A DNA 4 Bk E

Table 1 Purity and concentration of
genomic DNA extracted by modified CTAB method
HihS ODzs0 ODzso ODggo/ODago  ¥kJE/pg s pL!

1 0.132 0. 068 1.94 0. 66
2 0. 160 0. 085 1.88 0. 80
3 0.131 0. 077 1.70 0. 66
4 0. 145 0. 079 1. 84 0.73
5 0.171 0. 089 1.92 0. 86
6 0.157 0. 088 1.78 0.79
7 0.121 0. 066 1.83 0.61
8 0.185 0. 102 1. 81 0.93

2.3 ISSR-PCR ¥ #8455

Kl 2 514 UBC811(JF 3 5'-GAGAGAGAGA-
GAGAGAG-3) P 1 =Wy vk 45 5. 25 R %M, RA k
R B CTAB ¥ fr 3k 159 9 DNA & &, ZE Rl — 51 9
UBC811 AR [ Bi 2514 F #£47 ISSR-PCR ¥ 3% , #51%
FATREBEW Y M 5H . 7T ISR Mk B 2 B
DNA [ & 47, 46 B & , 38 F #£47 ISSR-PCR ¥ 1 554> F
YR

2 5|4 UBC811 ¥ 17= 4y Fa sk
¥ :M:Marker DL 2 000;1~8:1~8 S Hi4R 5 H AR X B 9 35 7] —
5194 ISSR 1 =My e vk 45 2%
Fig. 2 Electrophoretogram of amplified products of
primer UBC811
Note:M: Marker DL 2 000;1~8:the electrophoresis results of ISSR

amplified products of 1~8 templates and the corresponding primers.

3 g

FEINZH DNA # 32 BUZ ISSR-PCR 4 4 A% ) Y 2
fifi, ISSR-PCR #" 3 R RCR 5tk DNA 32807 ¥ 48
BUR & K DNA fgi e st a E B RY . R
Fitese CTAB w42 BURE ) 25 (K 41 DNA i, K& i) 24
SFRFEEBRMEIET R, BEaHAFNTAR
ZRIZHE B R F YRS Y, X SR A Y 2 AL
A — S G AR P BT S DNA 254 .8 DNA s
VO™ A R R AR B A48 A2, S MR BT B 9 DNA F &5 & A
AEENY R AR A i I AE SE R CTAB YA 3R UG
1 DNA, 2538 7R Br#2 B DNA B R , B UK 4678
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i R W] &, DNA 7= 8 /1, ODys / ODiso fHAL /N T 1. 6,
HKH 47 ISSR-PCR 4 1 Bsf , = LUK T 4574 » U B SR
g CTAB IR B R EM A & N 4A
DNA, i e 45k FIR A TR A , 4R BOE A2 oA
THEAHN pEEE LB, AT 20 & & I W FEAR, T DNA
FY R B B 32 5, A A 51 4 UBC811 #47 ISSR-PCR ™
Rt HAR g R AT R AR G, R T BRI B &
FEHZH DNA (43 K vk FE B2 58 20 & ISSR-PCR 31
FITRE . A, g7 Ak i IR &S X DNA $2BCUR 1
S, gt AR R A T T A i 2 FOR [FRR SRR
wi s AL R R Y CTAB WL 78 R SR 4510 T 3R B N 4
DNA, 258t L R 25 R 3R B, T 9 DNA 2 iU
L it 2 2, fH — 35 ) ODygo / ODugo (E 3 7E 1. 70~2. 00
Z[8), 75 ISSR-PCR 41§ AR AR S5 B 7k B2 255K, 6B
ST WP B h BCORAS & AR AR 4k fEXF DNA 25K
KBRS EF T BTN, ZaahERER BR
CTAB 3:(CTAB # B .2% CTAB, 1.4 mol/L NaCl,
20 mmol/L EDTA, pH 8.0, 100 mmol/L Tris -HCI, pH
8.0,2% B-HiHEZBOIEFE A EH A F KA DNA [z
B, HAREUR DNA S0 F1 7 R ER 45, BB R84 i
RN A DNA, B E &R YL SR
KR BRSO R R RN REKRE FHR
BEE T RAFHERY,
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Extraction of Genomic DNA for ISSR-PCR Reaction in Lilium

CHEN Ming-hong"?,LI Yu' ,LIU Duo' ,XIONG Hua-bin' , LI Cheng-yun?
(1. Key Laboratory of Ethnic Medicine Resource Chemistry, State Ethnic Affairs Commission and Ministry of Education, Yunnan University of
Nationalities, Kunming, Yunnan 650031; 2, Key Laboratory of the Ministry of Educational for Agro-biodiversity and Pests Control, Yunnan
Agricultural University, Kunming, Yunnan 650201)

Abstract : In order to obtain high quality genomic DNA suitable for ISSR-PCR reaction conveniently and stably in Lilium,
taking Lilium tigrinm as matrials, the course of DNA extraction was improved and optimized based on the traditional
CTAB method and an ideal method was obtained here. The results showed that the ODy,/ODyg of genomic DNA
extracted by the modified CTAB method ranged from 1.7 to 2.0 with clear electrophoresis strip and its stability and
repeatability were very good when used for ISSR-PCR reaction, accounting for its purity and content were all up to the
standards for ISSR-PCR analysis. The research laid the foundation for the study on genetic polymorphism analysis,
cultivar identification,etc. of Lilium at the molecular level.

Key words: Lilium;genomic DNA;DNA extraction;inter-simple sequence repeat
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