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1.1 AWFREN

KA T KBAFFBE Escherichia coli DHS«
. WITE K pBin 19 LY R KA B Agrobacterium
tumefaciens AGL1, EHA105 F1 LBA4404 ¥R &

pBGA N 7E K #F B8 DHSa 1R 7F. &BF5Y
R T & CaMV 35S 3 sh T & MBI 3T GA20 - &
EESEH, K/A1.158 Kb, X BamH [ BEHIRY K
B. FMRMER T 54 pNOS i3 3 74 T i NPT2
#H, K/NHK 795 bpo
1.2 EYHHSL4E
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TAE BT R e P ARAT BB J5 R o = T0% BT AE 1Y

* WCREERE: 2004 -06-24
EEWB: HREHAEIHR (PC200310026) $EEITH

10 min, RIFH ¢=0.1%FKKH 20 min, FHH
KEKMBERRGET MS 5854, k5N
FRFFEFuF LR LL B 5 2. 3 B nF R R AR B
MZEBEN L2 ik, HEEFHFABN 26 C, §
HOEM 12 h, Y38 2 000 Ix,
1.3 HEFE ,

MHEFREARE BEHAY, ATHERRG
FFoE; YEBISRED, ATERKRITE. HYHF
HAFEMIERE. MS©; s, mEksy
et IR B L SO B SR 2 T LA
1.4 ®HUHZE

PR EE HER T 20 mL 49 YEB 1K1
Fikkt (FEIEX 50 mgmL) H, 28 C (150 v/
min) 3FFH2~3d, EEZE OD600=0.6~0.9; ¥
F6~7dMERRLETFY, B 23 HHBRAMS
BB SRR AR AT B 55 720 PR3 20 min J5,
BUHAEERER T ERER, W T Tty
FrEE EHATHIESR; SR 3 d AR KGR
b, BATRALE AT SR SR A M NBE 25
~26 C, HGLH 12 h, K38 2 000 Ix. 4 BG4t
MEHE, T4 R —RET R IR, A 3 KL
E. EREEEBEAHHERELLUESER, ¥
AERERBERZEZ .
1.5 SCIE4IP

BT X RIS R AU e
0. 10, 25, 50, 75, 100 mg/L 6 MK BRE & 175 1%
BB, BFEN MS BRE, TR np2
#H (neomycin phosphtransferase 2) 1k # ¥ 5 4 ;

EE®MMT: HKIRE (1975%F4), &, BB, W15, E-mal: 2x8411@163.com
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MTRMBERMBRTEZNWEBRBIRA 300
mg/LIABERMBR TERENMEN R RH
MR ; AR AR E AR MR
LR FH AGL1, EHA105, LBA4404 3 R R AT
HHERETER, HERREGTE R RN
WSCEE 2. 3. 4.d 3L HEL, ARE AR
WHEKRMN . Fit, ZBOARA LR SR EL,

2 ZRE5M

2.1 BBRFH P %R G ER BB

RI1EY, BFBEENLHERERERN 25
mg/L 1 50 mg/L &, BRKRFH-EREA LB E K
SHEER; T AL BB A 10 mg/L B, 90%
MR R AR BREBOR ; Y FRE
KRR BERE RN 75 mg/L B, HEEFHHS
KL TMLFRFERNEREE A E 100 mg/L
B, ERRFIRSMEE LG . KIEHRR, 2
EIT,

A1 BEARAFAREE FLA A HRN

Tab.1 Effect of selective agent kanamycin on cotyledon of

L. corniculatus
FREREREEE  BAR M SE

/ (mg.L'") " M~ 1%
0 40 38  95.0£3.75
10 40 36 90.0£3.0
25 40 8 20.0£1.0
50 40 7 17.5£0.75
75 40 1 2.5+2.5
100 40 0 0

2.2 ABRNATEBREONELR

HRER, HikiEF4dE, ESRTERY
B b, BRRAFE AGLL Il EHA105 B BE M
IO R AT Y, 1 R IMER 2 TEGE, 2 A
JERMBWALIN I, MESLMBRNERES, 2
FPEIBR I R BRP T oS A, SRR A RIE
o FRERAB, kMR AGL1 BHRAIIMHIRK
BEHF X EHA105 Hi#k
2.3 ARRFHEHRMNERRS L RARN

2 EW, HEM AGLL kAT, BB
I & T-HERD EHAL05 1 LBA4404 & ¥R, 1% 20%,
T J B 2 BB AL RS BN R 7.5% 71 12.5%
2.4 HIEFREITHELRHRMN

MNEITLUF L, 73 M EFRXBNLES,
L3 d L FRSCR B, A 20% FISMER AT X
MG R, WAt 2 d A 4 d 5L
e 1AM 450 L,

A2 FEAHREHRAREAEGY A
Tab.2 Effect of different Agrobacterium strains on the
transformation efficiency of L. corniculatus

RATHER. BB s HeE%
AGLI 40 8 20.0x1.75
LB4404 40 5 12.5£2.5
EHA105 40 3 7.5:1.0

A3 FRABRRBATRBBAEGY G
Tab.3 Effect of the days for co-culture with A. tumefaciens
on thetransformation efficiency of L. comiculatus

HEFRBUd BB B eRI%
2 40 4 10.0£3.0
3 40 8 20.0+1.0
4 40 2 5.0£0.75

2.5 ARKEZEMEHRLENER
®4R2H, 154 FEBRZ AR LR
#mart, UUFHAER R R R AR N RS
(520%), HHKRZ (12.5%), TAZEBRIERZ
R A B R Bk (5.0%), 8K WIE
(7.5%) o
A4 TR AL ERBREALENGY W
Tab.4 Effect of different transformation recipient on the
transformation efficiency of L. corniculatus

FRAER BAB AUt ahE%
Fut 40 8 220.0+1.0
it 40 3 7.5+1.5
32 40 2 5.0+£0.95

it 40 5 12.5+2.25
3 37 ®
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The Factors Affecting Agrobacterium tumefaciens-mediated
Transformation of Lotus corniculatus

ZHANG Zhen-xia"* , XI Jia-bin' , ZHANG Hui-xia® , CHU Cheng-cai®
(1.School of Life Sciences,Sun Yat-sen University, Guangzhou 510275, China;
2. Department of Biology, Hanshan Normal College , Chaozhou 521041, China;
3. Guangdong Livestock Extension Services, Guangzhou 510500, China;
4. Institute of Genetics and Developmental Biology, Chinese Academy of Sciences, Beijing 100101, China)

Abstract: An optimized method for obtaining a higher frequency of Agrobacterium tumefaciens-mediated transformation of
Lotus corniculatus was described. It was found that the optimum conditions for the successful transformation include the
using the Agrobacterium strain AGL1, a 3-day co-cultivation period, cotyledon transformation recipent, and 25 mg/L of
kanamycin concentration. Cefotaxine was better than carbencillin for controlling the bacterium.
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