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DNA $2ICH A TAR R XE . T 76 5F 8 Al 5 PN 4 = i
e BN B R AL LS BEA) DNA, [ T8 T8t
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BT , BB ARIE DNA $2ICE 78 2 , BT LIRA B4
R—EEARE IR 4 DNA, #7512 W s A
AR DNA (771 1207 2 LR ] RE R AR R 8 .

different media of a basal nutrient medium supplemented with different auxins, cytokinins and auxin- cytokinin
combinations ,different physiological ages of aseptic seedlings and different parts of cotyledon on cotyledon in vitro culture
system and plant regeneration,such as in vitro cotyledon inoculation,callus induction,adventitious bud differentiation, bud
elongation, root induction, domestication, transplantation and growing adult plant were investigated. The results showed
that the optimal medium for adventitious bud differentiation was MS+6-BA 2 mg/L+NAA 0.1 mg/L,with 100% bud
differentiation percentage. The optimal medium for bud elongation was MS+KT 2 mg/L, with 50% bud elongation
percentage. And the rooting medium was MS without other supplements,with 44% taking root percentage. The average
of 15— 18 adventitious clustered buds were differentiated by one explant. Among these adventitious buds differentiated
per explant,14—16 buds were elongated,and 6 —7 seedlings were obtained at last. This period was 50 —55 days from
cotyledon explant inoculation to regeneration seedlings. The survival percentage of regeneration seedlings after
transplanting was 98%. The efficient regeneration system by in vitro culture was preliminarily established on pod pepper
of Guizhou province,which laid important foundation for tissue culture in rapid propagation and genetic transformation of
pod pepper in this study.

Keywords : pod pepper ; cotyledon ; auxin-cytokinin combination;culture in wvitro ;plant regeneration
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Sk DNA W G(E LB X 8] : 1. 7<<Asgo / Asgo<<2.0, DNA ¥
JE (ng/ pl) =50 X ODygo X WA BEREEL. M —E &M
DNA /i fin A BR ¥ N VI B EcoRTE 4~5 U/p.g DNA,
37°C 4 1k i 7, Al 0.5 X TBE, 1. 2% 35 A5 ¥ % ik
1.5 V/emia 3k 3 h #474#0M . F§ RAPD 5|4 S13 Fi1 S27
(4 B b1 Sagon A7) #£4T PCR JEHR , i 8 7~ Y WLEE 53
Brird DNA Fi&, K PCR 2% 94CHIAEHES min,
94°CA 1 1 min,36°CiB k& 1 min,72°C & ZEf 2 min,
B 33 WG 7T2°CHEH 8 min, P =2 1. 2K BEEWE
BERSELIK 1853 EB et 30 min, SR G 7EBEIR AR R 4P
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2.1 AP DNA iR
M 1 AT LR AR AL T7 EE 4R B DNA 15 3 19

AREERBIRR . PRI 22 5 R YO R By E AR > 1 CBEE > A
L2 Wk CTAB %, {H7EM B E ) DUEE 2 Bk 3R B B iF » 20
L2.1 #H2EbEy: SHEHEESESHERA DNA  FEAREBREYIIE, 5%/ DNA 36 4%, 5% F
RO TE, &5k B4R DNA 7= 5, (3 25 Je 5 ™
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41 DNA U5 SEIKF B TEULTE 208 09 [F) I 242 2k — 3R 7r DNA, B
1.2.3 34 CTAB b3k SHAFHSEIMIENA 0,78/ CTAB L3714 DNA $2IUN, & #hK 1
DNA #5505 . CREEA R A1 (R Eh B X R AR R
L2.4 ARZBERRK DNA Z5R I B 15 pL ®&.ARGEALBIBRTE,
DNA FE R BE 20 15, 23 BB Aso F1 Aso IO . B
*x1 AR DNA FiERIs R b8
Table 1 Comparison of different methods for DNA extraction
DNA #2158 RIE RS TE X5 VLRER EREEH
Method of DNA extraction Yield and appearance Dissolution in TE Effect of precipitation Removal of impurity
$h ZBkAbFHY: DNA water-saturated ether method — $RBURELH , 41 H AYLRE FoY R RN ZHEEARY A ER
A fihb 3 DNA phenol/ chloroform method RPCRE, HATIE AR PRI AR HARERBRIT , SR 2
#A CTAB ¥ DNA basic CTAB method RIEAE, 1 EUIE LB B Y R ZHEFE 1B R BRBCR 7T, DNA A 35 65

2.2 FFHHHE DNA WREF

2 2 FEH , LA 7 A 3 D AR O 2
DNA HEEE % 118 ng/ul, B @8 FHE 2 Forsim
) DNA W i3 CTAB A H:M0 2 £, BFCBUR %
R TR U I 91 48 DA e JE 5106 2 - 22 0 < 4h i <
L. RIRBOR ISR 4] DNA $2BCRA B 25 5
RRTREAAY . (F 34 CTAB 3421 DNA 47 1A
52 ng/ L BBUE— it H 35~52 ng/ L, 7 7 BUBE At 1

PRBCRAR L 8 5K, — A . S BRI
DNA 773 & F ) K, T £ CBEAb BRYE , AR
FARHIERICR N 47~101 ng/pl, BMZEFRRE FlFHR
PR E AT AEBRYE , AN RN IR Ry 59~118 ng/ L.
TEPEFAFI FI4RH DNA LR, 24 E7E Cycle 1
AR EIHI IR I Cycle 0 HORE I — A9 7™ 2, 3 B A
Rl — AR BUR BE 2 MR 4 F) BT DNA, AT s
2 CARHR DNA F£ 5 B HEIR K . 330X — 24 R

*2 AEHREZE DNA iR E
Table 2 The yield of DNA extracted by different extraction methods ng/pL
T B S b L R B DNA Yk B2 Hh ZBEALFEVE R EL DNA ¥ A CTAB %:$2H DNA ¥

Phenol/ chloroform method
Cycle 0 Cycle 1 Cycle 2

Tested material

Cycle 1

Basic CTAB method
Cycle 0 Cycle 1 Cycle 2

Water-saturated ether method
Cycle 1 Cycle 2

HHW%M Tender leaf
FH4NFE Tender spike
—4FA 0 Old leaf

89 48 5
118 51 7

78
101
59 19 2 47

45 6 45 19 1
49 9 52 22 1
31 5 35 14 0
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1 DNA £ dh B U 1 ORI 2 22 57, JU L) BL.UB2 il
B3 f%F L d ot BA L Horp BL A B2 #R2 AR gl B 22
BT B B3 g 2 i oy Tl L) ] 38 DU 44 F) A 2247 28, 3t
BIZeBiRZ . M 2 ATLLE SR “TTK E 7 B9 2
ANARFIREE AR5 B S13 1 S27 iy 34 % 4 1
iR M BLBATER RAPD 2347+, % DNA R i ) B &
AU, 3 T A BT IR DNA #RREW R Z5R

B2 B2 B3 B3 C1 ClI C2 C2 C3 C3

T MARES T8 AB AN C 205100 Eh Z AL B A B A (7 A BB A CTAB 4EBE 3 Fh DNA 4205 %55 1.2 A0 3 AUKR S M S RN & it A [ BUbE

B4

Note: M:DNA marker; A,B and C shows 3 different methods of DNA water-saturated ether,DNA phenol/chloroform and DNA basic CTAB method;1,2

and 3 shows different materials of young leaf, young spike and old leaf.

1 3 FiRENTT %Mot DNA BRI A V) B ik 5 47
Fig. 1 Agarose electrophoresis of DNA and EcoRIdigestion for Citrus grandis(L. ) Osbeck by 3 methods

MR F i 1~3 2 3 R DNA SIS 1Y) S13 P8Rl TUK i (BB R B Btk RO i 4 ~6 v 3 FhUR IR 23 DNA 15 514 S27

YRR TUK Pl (B B G A 2O K

Note: M: DNA marker;1—3 shows bands amplified by S13;4—6 show bands amplified by S27.

2 5|4 S13 #1 S27 3 Tk A2 N TR K RAPD § ¥R
Fig. 2 RAPD makers amplified with S13 and S27 primers in 2 clones

3 e P WAL — FRBRIY R LI T & B DNA %4,
Bt ALY KR S DNA iR 3¢ RO U SRS HB AR DNA P
IRNEHELVE TXE LR | 3500 2 4 0 LA
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Study on Extraction of Genome DNA in Gongshui Pomelo

SHI Kai-ming, DENG Zhi-jun, FANG Xiang-liang
(College of Forestry and Horticulture, Hubei Institute for Nationalities, Enshi, Hubei 445000)

Abstract: Taking Gongshui pemolo as test materials, water-saturated ether method, DNA phenol/chloroform method and

basic CTAB method were used to extract DNA genome of Gongshui pomelo,the analysis and comparison was conducted

from the yield of DNA samples, the appearance of DNA samples and the enzyme electrophoresis of DNA samples. The

results showed that the water-saturated ether method proposed the best effect of appearance,which was pure white and

fibrous for the frozen precipitation. The yield of genome DNA was the highest from the tender spike with phenol/

chloroform treatment of young pomelo leaves, which obtained DNA concentration of 118 ng/pL. It indicated that the

quality of DNA was more better with basic CTAB method and water-saturated ether method than phenol/chloroform
method by EcoR]. moreover,three methods all amplified clear bands of PCR by RAPD primers.
Keywords : Gong-shui pomelo(Citrus grandis (L. ) Osbeck) ;DNA ;extraction
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