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Abstract Two Bacillus thuringiensis Cry1C* and Cry2A* genes (Bt) on individual plasmids were simultane-
ously introduced into Japonica rice variety Jijing 88’ by Agrobacterium-mediated co-transformation. Five hun-
dred and ninety eight independent basta-resistance transgenic plants were obtained by 30 mg/L basta-screening.
PCR verification revealed that 35 were co-transgenic plants harboring the two Bt genes, and the co-transformation
frequency was 6.28%. Three of two-Bt gene single copy insertion lines were identified among 35 co-transgenic
lines by Southern blot analysis. RT-PCR analysis demonstrated that the two Bt transgenes were simultaneously ex-
pressed in these 3 lines at the transcription level.

Key words Agrobacterium—mediated co—transformation; Bt gene; rice

Bt

2014-03-10

1974~

[1

12]

201205068
2011ZX08001-001
RL201322

E-mail: linxiufeng8581@163.
DNA



27

npt 1I

[5]

AIHAK1

CrylC*

1.1
1.1.1

88

131

2 gus
phy
Cry2A*
88 Basta
Bt
CrylC* Cry2A*
pCAMBIA3300

P,.h(.s—Crle* [6] Pub;—Cl’yZA* 7

RbcS Ubi

a)

1
Bar

EHA105

Bar gene }Q:SS promoter H CrylC* gene |< rbcS promoter '—-

b)

Bar gene 35S promoter Cry2A* gene m
1 T-DNA
a) P,-l,(,,—Cry]C* b) Pl,]u—Cr}‘ZA*
1.2
1.21

2

P.,..—CrylC* P.,i—Cry2A*
EHA105 11
3d
3  PPT

CrylC*
(8]
1.2.2 PCR
DNA
CrylC* Cry2A*
PCR 1

CrylC*—F 5—TTAGTGTTGGACGTAACTTCTACTG—3
CrylC¥—R  5—GAATGTTCTAGATGTGAGGTTCTCT-3
Cry2A*—F 5—GACTACTTCATCCGCAACATTAG-3
Cry2A*—R 5—CAGGTAGAGGTTGTAGGAGTTAC—-3

OsActinl—F 5—TCCATCTTGGCATCTCTCAG—3
OsActinl—R 5—GTACCCTCATCAGGCATCTG—3
PCR 95C 5 min 95C
30 s 57C 30 s 72°C 40 s 35
7 min PCR 384 bp
767 bp
1.2.3 Southern Blot
CTAB DNA
60 pg DNA Dra T  Hind III
(Takara)
0.8% Amersham
Roche CrylC*  Cry2A*
X—

: CrylC*-F: 5'-TTC-
TACTGGGGAGGACATCG-3", CrylC*-R: 5'-CGG-
TATCTTGGGTGATTGG-3"; Cry2A*-F: 5'- CGTGT-
CAATGCTGACCTGAT-3', Cry2A*-R: 5'-GATGCC-
GGACAGGATGTAGT-3’

1.2.4 RT-PCR
MiniBEST Universal RNA Ta-
kara RNA Prime-
Script one-step RT-PCR (Takara)
RT-PCR 500 ng  RNA CrylC*
Cry2A* 1 RT-PCR
OsActin 1 (0s03g0718100)
( 1) 25 pL RT-PCR
125 pL 2 1 step Buffer 1 pL 10
pM 2 pL 250 ng/pL RNA 1 pL

1 step Enzyme Mix 50C
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2.4 Bt Bt MRNA
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43
mRNA
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CrylC* 32 cycles
Cry24* 32cycles
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