24 4 ( ) Vol. 24, No. 4
2003 10 Journal of South China Agricultural University(Natural Science Edition) Oct. 2003
oy, FaE, R# AaE
(M %ed R kg BEABEKA, R 7 MN510642; 2 Bd REKF BEFR, T K 400716)

: , . . MS+6BA(2 0
mg/ 1)+NAACQ 2 mg/L) . 3 44 44 Deom 05 10
min, Kan 25 mg/ L
: Q785 A : 1001— 411X (2003) 04— 0048— 04
(Brassica juncea Coss. ) 1.4
, ) . . P=75%
, 30 s, 1 ¢/ L HgCl, 10 min,
4~5 MS .25 C
- | 1.5 |
, . ,25d
, Kan. Cef . Carb
23, ; MS+ BA 2. 0 mg/L) +NAA (0.2 mg/L) .
[4] , [5=7]
[7-9 1.6
, M , pBI121
LBA444 s 5mlL  Str (125
, s mg/L)  Kan (50 mg/ L) YEB .28 C
’ 200 1/ min .
, 150 Str (125 mg/ L. )
Kan ( 50 mg/ 1) YEB , 1~2
1 d, 4 000 ¥ min 7 ~ 8 min, s
MS Do nm
L1 0.3.0.5.1.0. 1.5,
( ) .
1.2 @) . : 6d
( Agrobacterium  tumefacciens ) . 25d
LBA4404 pBI121( NPT-1I TuR2 R , 0.1.2.3.4 d,
).
1.3
LB; YEB; : MS+BA (2 0 mg/L) + R s s

NAACO. 2 mg/ L); :MS+ BA (2. 0 mg/L)+
NAA (0. 2 mg/ L)+Caib (500 mg/ L) +Kan (25 mg/ L)
+ANO3@. 0 mg/LL).

. 2002— 12— 17
cBRA RAE AT 8 WA (30270912)

10.15.20.30 min,

B 471970, B, L. @R FHEEA9ST ), B, #i% L.



4 49
s s 0.2.3.4.5 d, , C D , Carb
s Cef
1.7 s s
PCR Carb.
2 (2)Kan
2.1 , s s
@ , ’
. . Kan s
N . Kan :
500 mg/ L Cef.500 mg/ L. Carb 100.50.35.30.25.20.15.10.5 mg/ L
1 Ce Carb
Tab. 1 Effects of Cef and Carb on the bud differentiation frequencies in explant of mustard
wtyledons hypo oty k leaves
antibiotic
/ (500mg'L n the NO. differentiated  differentiation the NO. differentiated  differentiation the NO. differentiated  diffe rentiation
of explants  explants NO. percentage/ % of exphnts  explants NO. percentage/ % of explants  explants NO.  percentage/ %
Cath 100 85. 67 85. 67 100 95.00 95.00 100 83. 00 83.0
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CK 100 90. 00 90. 00 100 100. 00 100. 00 100 87. 00 87.0
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Fig. 1 No transformed cotyledon of mustard died on
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Tah 2 Effects of pre culture time on the differentiation

frequencies in explants of mustard

t( pre- differentiation percentage/ %4
cultivation)
/d ootyledons hypocotyls leaves
0 0.0 3.2 0.0
1 26.7 36. 7 16.7
2 40.0 46. 7 23.2
3 50.0 60. 0 30.0
4 56.7 70. 0 40.0
T-DNA s
s
» T-DNA
’ H
s s s
. 0.2.
3.4.5d, ,

4d

3

Tab. 3 Effects of co culture time on the resistant buds

differentiation frequencies in explants of mustard

t( -

cultivation) the differentiation frequencies of the resisant buds/ %4
/d

ootyledons hypocotyls leaves

0 0.0 0.0 0.0
2 0.0 0.0 0.0
3 Lo 25 0.6
4 35 75 28
5 30 50 L5

2.4
(D

s
s 3~4d , Deom 0.5
10 min, 4 d,

»15d ,
> 20d

. . 10%

2 Kan
Fig. 2 Kanamycin resistant transformed bud

of mustard on selective medium
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1: M arker; 2-5; ; 6: ( );
79 (pBFTuR2)
1: Maker; 2-5 trandommed plant; 6 blank contiol (not trandormed plant);
7-9; positive control (pBI-TuR2)
3 PCR

Fig. 3 PCR detection of transformed plant
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Initial Establishment of Efficient and Stable Mustard Transgenic
System Mediated with Agrobacterium tumefacciens

CAO Bi-hao's LEI Jian-jun's SONG Hong-yuan’s QIN Yao-guo'
(1 Horticulture Biotechnology Research Institute, South China
Agric. Univ., Guangzhou 510642, China; 2 Department of Horticulture,
South-West Agric. Univ., Chongging 400716, China)

Abstract; An efficient and stable mustard transgenic system mediated with Agrobacterium tumefacciens was established
initially, through the exploration of the factors affecting Agrobacterium tumefacciens transformation mustard in the experi-
ment and optimization parameter. The optimum regeneration medium is the medium of MS being contained 6-BA (2.0
mg/ L) and NAA (0.2 mg/L); After the mustard explants were pre-cultured on the regeneration medium for 3 or 4 days,
they were inoculated with 0.5 of Dew nm Agrobacterium tumefacciens for 10 minutes. Inoculated explants were co-cultured
for 4 days, then transferred to the same medium plus 25 mg/ L. kanamycin and 500 mg/L carbenicillin. The efficiency of

transformation was high.
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