18 3 Vol.18 No.3
2002 5 Chinese Journal of Biotechnology May 2002
63
100871
2 4D 2mg/L 63 9
Trichosanthin  TCS 63
3mg/L 6-BA 0.5mg/L ABA  Img/L NAA N6 Southern blot
Western blot T0 63
Q943.1 A 1000-3061 2002 03-0323-04
80% Chow DNA
289
23 19
3’ 71992
: ’ Chow
5 show mRNA
63 cDNA 6
63 I
PAP Dianthins
7! PAP
Rhizoctonia so-
63 lani Neurospora crassa
9 12~14
1 11 AB 9
A s
B Lectin ? Alternaria longipes
Pyricularia oryzae 0
rRNA 63
EF-2/GTP
3-6
Trichosanthin Trichosan- 1
thes kirilowii 1.1
1 1990 EHA105 Cambia
2001-11-12 2002-03-01
“ 973" No. G2000016204 No. J0OO-A-005

Tel 86-10-62752405 Fax 86-10-62751841 E-mail cheai© @ pRiHeddrad £ 157 5 FTEATI TR

4%%8EB http://journals. im. ac.cn



18

324
Richard Jefferson LB N6 2mg/L BA 1mg/LL ABA
-70C pC1300-HY 4
N 1 MS
Pyricularia oryzae 50mg/L Hygromycin
T-border(left) XH B E H 63 1
|| | | | (T-border
f - = - - (right) ABA
ﬁSS—:flyA hyg” 35S promoter Nos TCS 358pr01n0ter3
Img/L ABA 2mg/L 6-BA 1mg/L NAA 2
1 pC1301-HY

Fig.1 Construction of the plasmid pC1301-HY
35S promoter Cauliflower mosaic virus 35S promoter TCS Trichosan-
thin gene Nos Nos 3’ terminator hyg" hygromycin R 35S polyA
Cauliflower mosaic virus 35S polyA T-border Left
DNA left border T-border Right — Agrobacterium T-DNA right border
E/H/X  Restriction enzyme EcoR 1/ Hind11l/ Xba 1

Agrobacterium T-

1.2
1 mL. EHA105 LB 28C
48h 50 mL LB 3h
4°C 4000r/min Smin 8 mL
0.1Imol/L. CaCl,  0.05 mol/L. MgSO,
0.8 mL
200pL S5pL 0.5pg pCl300-HY
40min 50s 42°C
90s Smin 800pL LB
28°C 1h S50pg/
ml LB 28°C 2d
1.3 63
63
3 1
N6 2 mg/l. 3 mg/l. 4 mg/LL2 4-
D 2 MS 2 4-D 3 8%
2mg/L 2 4-D 1 2
3d
N6  MS 3
9d
MS 2mg/L. 2 4-D 4
N6 3mg/L. 2 4-D 4 1
2~3
1.4
17
1.5
63 Cefo-
taxime N6
3mg/L. 2 4-D Smg/L. ABA 2

3mg/L 2 4-D Smg/L. ABA
ABA NAA
1.6 Southern blot  Western blot

16

1.7
16
2 1.5x10°  /mL
ad 1
2
2
2.1 63
63 N6  MS
N6 MS
2mg/LL. 3mg/L 2 4-D
2 3
2 4-D
4 mg/L 2 4-D
2~3
2mg/L. 2 4-D
3
47/112 /
3mg/lL2 4D N6
1~2 3
2.2
1 63
30% 10%
8 v Cefotaxime
2
3mg/L. 2 4-D  Smg/L. ABA
2

O oh ERL 2 B R SR BT AT B & 4308/ Tnt€5 BAjournals. im. ac. cn



63

325

0.5mg/L. ABA

0.5mg/L. ABA

63

1

Img/L NAA
6-BA

3

NAA
1mg/L NAA

6-BA  ABA

3mg/L 6-BA  0.5mg/L ABA

63

Table 1

The efficiency of Agrobacterium EHA105-mediated

Plate I-A
Img/L. NAA

EHA105/pC1300-HY

transformation with the help of bombardment

the plasmid
pC1300-HY was transformed into calli of indica rice minghui 63

Total calli No.

Hyg" calli No.

Ratio/ %

150
131
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207
132

45
32
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21
25

30.0
24.4
25.5
10.1
18.9

Table 2  Selection of pre-regeneration condition comparison
of different concentration of ABA and period of pre-regenera-
tion with 3mg/L 2 4-D medium
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Table 3 The effect of NAA/ABA ratio in medium on regene-

NAA ABA

ration of indica rice minghui63 calli
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Callus Induction and Regeneration from Mature Seeds of Indica Rice Minghui 63
and Anti-fungal Assay of Transgenic Rice Plants

WANG Li-Jiang MING Xiao-Tian AN Cheng-Cai® YUAN Hua-Yi CHEN Zhang-Liang
National Laboratory of Protein Engineering and Plant Genetic Engineering  College of Life Science  Peking University — Beijing 100871  China

Abstract A large number of callus from mature seeds of indica rice minghui 63 were obtained through pre-induction on medium
with 2mg/L. 2 4-D but without inorganic and organic components for 9 days. Trichosanthin gene was transferred into indica rice
minghui 63 by using agrobacterium with the help of bombardment and the transgenic plants were obtained by inducing regeneration.
Southern and Western blot analysis showed that the trichosanthin gene had been transferred into genome of minghui 63 and ex-
pressed in rice plants. The anti-fungal assay suggested that transgenic rice plants enhanced resistance to infection of Pyricularia

oryzae .

Key words callus induction regeneration indica rice trichosanthin anti-fungal

Received 11-12-2001

This work was supported by the Special Funds for Major State Basic Research 973" of China No.G2000016204 and the Special Project of Research and De-
velopment of China No.J00-A-005 .

# Corresponding auther. Tel 86-10-62752405 Fax 86-10-62751841 E-m$) TRAAGREMIFTR AT S WA htto://journals. im. ac. cn





