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1 dCaMV35S etrl-1-GHipt-pBBBast T-DNA
1.2 PCR
IPT 5" GCACAGGAAAGACGACGACCG3’ 5" AGCTCAGGGCTG
GCGTAACCTAATA3’ etrl-1 5" TAGGGGAGGTGGTCGCTGTGAG3’ 5
GTCGGGGAATGGCTGGAACTT?' . etrl-1 LeETR1 LeETR2 NR LeETR4 LeETRS  clust-
lax etrl-1
1.3
MS 3% 8% YEB LB YT. 2 000 Ix
25+2%C 14h /10h
1.4
1.4.1
7 dCaMV358S etrl-1-GHipt-pBBBast EHA105 Rif
Kan Rif . PCR
EHA105. 2.5kV/cm 200Q 4~5ms.
1.4.2
40°C 20 min 2% 10 min 3 1/
2 MS 2~3d .10~12d
1.4.3
MS BA 0.5 1.02.02.5mg/l.  1AA 0.2 0.5 1.0 2.0 mg/L
50
.30d 3
1.4.4 PPT
MS + BA 1.0 mg/L + IAA 0.2 mg/L PPT O 1.0 2.0 3.0 4.0
mg/L .
1.4.5
Horsch * ’ MS + BA 1.0
mg/L + TAA 0.2 mg/L 2d. MS oD 0.1~0.2
2d 5 min
48 ~72h 28C. MS + BA 1.0 mg/L
+1AA 0.2 mg/L + 500 mg/L. .5d MS + BA 1.0 mg/
L+1AA 0.2 mg/L+ 500 mg/L + PPT 3.0 mg/L 14d 1 2 cm
1/2MS + TAA 0.2 mg/L + PPT 3.0 mg/L +
100 mg/L
1.4.6 PCR
0 DNA .
IPT etrl-1 PCR .PCR 94°C 2 min 94°C 30
s 59°C 30s 72°C 50s 30 72°C 7min  95°C 2min 95°C 30s 60°C 30s 72°C 1 min 30
72°C 7 min.
1.4.7 RNA

Trizol regent

Invitrogen
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RNA RNA
1.4.8 RT-PCR
BD PowerScript " Reverse Transcriptase Protocol-at-a-glance cDNA
etrl-1 PCR
2
2.1
6-BA 0.5~2.5mg/L
100% . 6-BA 5 mg/L
11
1
IAA 1AA.
TM-Cherry-94- -1
6-BA1.0mg/L + TAAO.2mg/L 100 % 87.4+2.0%.
25d
2 12
MS + 6-BA 1.0
mg/L+TAA 0.2 mg/L
1 BA/IAA
IAA/ mg/L 6-BA/ me/1
0.5 1.0 2.0 2.5
0.2 10.1+2.4%  87.4+2.0 75.6+7.4 7.5+1.6
0.5 71+12.4 68.3+4.8 16.7+1.9 15.0+£3.0
1.0 76.6+1.8 68.7+4.9 57.2+14.0 1.0£0.1
2.0 1.33+0.3 21.2+0.9 3.6+x0.6 1.6+£0.2
2 MS + BA 1.0
3 * %. mg/L + TAA 0.2 mg/L
2.2 PPT 30d
PPT TM-Cherry-94- -1 PPT 1.0 mg/L
81% 2.0 mg/L
49 % PPT 3.0mg/L. 4.0 mg/L
PPT 3.0 mg/L.
2.3
2
4 3. 1~2
1~2cm
4 .
3 4



27

2004

2.4 1IPT PCR
PPT DNA DNA
IPT PCR 5.
4 700 bp  IPT
IPT
IPT
2.5 etrl-1 PCR
etrl-1 IPT PCR
1 2 4 PCR 6 . 1
4 1100 bp etrl-1
IPT  etrl-1
2.6 RT-PCR
1 2 4 RNA. etrl-1
PCR 1 100 bp 7 .

124

PPT

5d

2: DNA 3~5

124 etrl-1 PCR

IPT

pPT
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1 2 4 RNA RT-PCR

cDNA

etrl-1

40°C
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Tomato Transformation and Plant Regeneration by Agrobacterium
Harboring Binary Vector Carrying IPT and etrl-1 Genes

Hu Yan' Chen Guoxiang' Li Caojun' Liu Shaohua’

1.School of Life Science Nanjing Normal University 210097 Nanjing China
2. Department of Life Science Nanjing Xiaozhuang College 210017 Nanjing China

Abstract The high-frequency regeneration system of Cherry tomato Lycopersicum esclentum Mill ~was established. Taking or-
thogonal experiment the optimal combination and concentration of hormones were BA 1.0 mg/L and IAA 0.2 mg/L. The
agrobacterium-mediated transformation system was optimized ODgy0.1 ~ 0.2 was the fitful bacteria concentration for invading
the explants and the bacteria had been best co-cultured for 48 hours choosing after being cultured in medium without PPT for
7 days were better the optimal choice press is PPT 3 mg/L. Both IPT and etrl-1 genes were transferred into tomatoes with
agrobacterium-mediated transformation. With PPT resistance as choice mark three transgenic plants were regenerated with suc-
cess. The transgenic tomato plants were confirmed by PCR analysis and RT-PCR analysis. By PCR analysis the results indicated
that the foreign genes had been integrated into the genome of cherry tomato. The RT-PCR analysis showed that the etrl-1 gene
had been transcripted.
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