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Extraction of DNA from the Space Mutation in Stylo by Improved CTAB Method

YAN Lin-ling et al (College of Agronomy, Hainan University, Danzhou, Hainan 571737)

Abstract [ Objective ] The research aimed to extract the genomic DNA of Stylosanthes spp. by the improved method of CTAB-DNA isola-
tion. [Method ] The improved method of CTAB-DNA isolation was used to extract genomic DNA from the seedling leaves of the space mutation
in Stylosanthes spp. [Result ] High quality total DNA was isolated, and the concentration was 406.6 —857.3 ng/ul. The values of 0D,/
0D, of each sample were between 1.96 and 2. 18, the values of OD,s /0D, were between 1.76 and 1.98. The DNA extracted by CTAB can

be used for ISSR-PCR. [ Conclusion ] The improved method of CTAB-DNA isolation had characteristics of simple, rapid and effective.
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REALEL (Stylosanthes spp. ) Rl EREF X BER T
R FRE IR, 1B AT 8 A BoE Ak
B ST AR, K R A BALEHHE bk (BD R %
EEMEA. BAEE S RSO O B R TR K
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SR S B DNA. CTAB 370 SDS ¥ R R EUH
Py DNA B2 F B " . BRLAY CTAB BT DA SR
BOBIREER & DNA, H DNA 52470 34T PCR R4
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111 BsEsige. FIAZHBHFMERT 199 4 10 A
20 B ~1996 4E 11 H 4 HXABF 2 SRIEERFHATERFE
ASAL B, B WSCRR R, 76 40 B S 4 A 2 B R R
ZREFZE SP5 R G5 MR HATHKR LERE. 2k
WA I 85 MR R R 86 B .

1.1.2 {8, BEREE HIRAYMA) , S RE2H ,
FIEHVKPL (GRAND , BB FRE O HL (Eppendorf) s K E,
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kR (Biometra) , R E -5 B W E X (Eppendorf) , PCR F*
384 (Biometra) , Uvidoc IR RS (EEC) , B #8 (Ep-
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1.1.3 5. CTAB.Tris, W B F#ATAEY TEARA
Tl B-HRAEZ.BE . PVP.EDTA . BEfEHE, W B BBI A H]; 100 bp
DNA Marker.200 bp DNA Marker. DL2000 DNA Marker.6 x
Loading Buffer, 1§ B K% FAEY TEARAF:2 x Tag PCR
Master Mix.RNAse A, HILERBAEARFEERAF; Tris
A W B R B AE Y A FRA T Gold View, 1y B 38
BB ISSR B4 MR British Columbia X2/ 6 K@ S Y
P35, MERAEYE AR BRA R AR HALEA RN R E
TR -

1.2 A&

1.2.1 FEFNAEH

(1) Tris-HCI (1 mol/L, pH fE 8.0) : FREX 12. 11 g Tris, ¥
F5 80 ml ddH,0 H1, A HC1 & pH fE & 8.0 (JF & : &/ pH
WEH pHERE 8.5 24, B pH HHEES. 0, &5 A
ddH,0 E£5% 100 ml.

Q)EDTA (0.5 mol/L,pH & 8.0) : #REL 37.25 g EDTA-
Na, * H,0,F % 180 ml ddH,0 H+ (AT R 1 4 $F 3
¥, i NaOH # pH{E % 8.0 (= : 56 A pH A48 pH H
WZ 7.5 24, B pH M 8.0), B i ddH,0 BAE
200 ml,

(3)EDTA (0.2 mol/L, pH f& 8. 0) : FREX 14.90 g EDTA-
Na, * H,0, T4 180 ml ddH,0 H (AT hndtekms it ghes) »
F NaOH ¥ pHEZ 8.0 (5 56/ pH 40K pHEHEZR 7.5
=4, B pH HEZE 8.0, BF A ddH,0 EAZ 200 ml.

(4) CTAB-free 221y : %4 1.50 g NaCl.10 ml EDTA (0.5
mol/L,pH {8 8. 0) .20 ml Tris-HC1 (I mol/L, pH 1§ 8. 0) I8,
KE, BMA 1 ml B-FREZBER 2.00 g PVP, fJ ddH,0 A
% 100 ml.

(5)2 x CTAB ¥k : % 2. 00 ¢ CTAB.8.20 g NaCl.25
ml EDTA (0.2 mol/L, pH 4§ 8. 0) \1ml Tris-HCI (I mol/L, pH
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i 8.0) VR4S, KB, fIA 2 ml B-SE:Z B 3.00 g PVP, f
ddH, 0 2% 100 ml, KB

© ZEBY R/ B Tris SEEE 5 EERFH R
B/ S IREE Q4: D IRA AR .4 CRE.

MDAEEE TE ¥ : % 200 pl Tris-HCl (I mol/L, pH &
8.0).100 wl EDTA (0.2 mol/L, pH {& 8. 0) Y844, A ddH,0
ERZE20 ml, K.

(8) 5 x TBE BAJKZEMIE : ¥ 5. 40 g Tris.2.76 g H,BO, .
2 ml EDTA (0. 5 mol/L, pH f& 8. 0) 184, Fi ddH,0 €& ZE
100 ml, % ¥E477E, Bl A ddH, O Bk 10 4%.
1.2.2 DNA BEHF .

(D BUBH-25 0.5 g, BFRAT AL & PVP, FE4rBF
B BUB AR B AR S A TRYS B 2 ml B0
A 800 wl Fi¥& () CTAB-free 22 W, IR HIRS, BF K b
10 mino.

(2)4 °C 8 000 r/min B.L> 5 min, FE _FFEW, T A 600
pl 65 CHIFM 2 x CTAB REUZE MW, FEAHRS), BT 65 C
K 30 min, FfF 15 min 22488 1 K, FER RS BERER
B W

Q) BB .LE, R A G IMASER 8 b5/ 5
REE 25:24:1) , 322 BB B .08, JBA,4 °C .12 000 r/min B
> 6 mino

@) ¥ EEWEE AT — TR 2 ml BOE T A F A
R Eh/ R 24: D, 84,4 C.12 000 r/min B L
6 min.

G B EBEBTH—BETEN 1.5 ml BE.OEH, IIAFA
TR R RHEL B, BT 4 CYLEE 30 min.

6 RPN ERITEE, FH 70% 2B BITHE 2 ~3 K,
RF

(D ATA 100 wl f&E: TE ##%, FAA 1wl 10 mg/L f
RNAse A,4 CEAAEERMN
1.2.3 DNA ZE4iENE.
1.2.3.1 PPyl BUS wl DNA BEF AT 1 pl 6 x

Loading Buffer 857, F 0. 8% WBEEHE (Gold View Y |,
90 V {EHEHELIK 30 min, B BRRRGIME LR R
1.2.3.2 ZSMRMCREM . B2 pl DNA B S, #kE 50 1%, U
& TE Jyxt BR A R 2R 1 4317 {3000 5 H4 230260280 nm
AL SER AR L 0D,/ OD 5y~ 0D/ 0D, VEAE S WA 5
KECTE . B MME (ug/pl) = 76 260 nm T x
B RAESL x50/1000" . MRS IISE 3 IR, BUF XA
1.2.3.3 PCR ¥R . 7815 wl BRAMERF, &1 ul 50
ng/wl DNA,1 pl 10 nmol/pl 5|4 (ISSR 809 B4 , 10 ul 2 x
Taq PCR Master Mix,3 pl H,0. PCR §#2%44:94 °C 2 min;
94 °C 30 s,3BK 1 min,72 C 2 min, 38 M&¥F:72 C 7 min,
4 CIR-FE

2 HBR55H

2.1 B CTAB FRENZEFLTHIELE S DNA REWH
WELEFR  WHIR R iR 0D,/ 0D, EINE LB
1.8, KTF 1.9 BARBIA RNA B4, /NTF 1.6 BRI
AR A RBR BT YY: 0D,/ OD,, fHR KTF 2.0, /NF 2.0 Bt
RABRRTAERFRA/NDTRIE MBEFR ZER. B
%5 BMEOS RN E UG 5 R BIR: 0D,/ 0D, fi
HISEMERE 1.96 ~2.18,0D,,,/ 0D, fBFE 1.76 ~1.98. HIK
AT, BTREUA DNA Bt .

RESCHRIED , DNA YR EETE 50 ng/pl ZE4 B, BLIKBLR
R EA . BRI ARE A DNA B VR BETE 406. 6 ~857.3
ng/wlo XRBIFTHREA DNA Y& BE R K X B B, B
BRAE I R
2.2 B CTAB FREWZEFETHIELR S DNA X
BWLR E 1 ATLIE S, B DNA B8, W
YU, TEBE M 1 UK R A IR ER LA B DNA B RNA, DNA [
f#b
2.3 it CTAB ZREN = EF THIEE SR DNA |19 ISSR
SR E 2 TLIE BB DNA #REEY 1Y HE Wi
AT I B BC—2, 938 R/ FEIZE 100 ~ 1 600 bp
ZIF], BB &2 ISSR A HT AR -

1 BEEEFEELFEEEE DNA FBEkHITER

Fig.1 The electrophoresis results of part of space mutation in Stylosanthes spp. genomic DNA agarose
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FRPRAR LB IRV, ZE SRR M A — R MR AP
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Fig.2 PCR amplification results by ISSR primers using DNAs from partial Stylosanthes germplasms
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¥, T2 FAg Rkt BOREAT LAV 28 A DNA —H it i
TE RIS ST DNA & .

(6 7£ DNA BT H, BR AT B/ BRIES T, N
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