25 2 2007 4
180 - West China Journal of Stomatology Vol.25 No.2 April 2007

] 1000- 1182 2007) 02- 0180- 04

1 2 2
(1. , 518020; 2. , 510055)
[ 1]
CTAB DNA PCR
PAc Trizol RNA RT-PCR
Bradford Western blot
ELISA
Western blot ELISA
1.2%
[ ]
[ ] R7811 [ 1] A

Expression of Saliva- binding Region of Streptococcus mutans PAc in Transgenic Tomatoes ZHENG Yu-yan',
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dodontics, Guanghua College of Stomatology, Sun Yat- Sen University, Guangzhou 510055, China

[Abstract]  Objective To analyze the expression of foreign gene in the filial generation of the transgenic plants
on the base of the original transgenic tomatoes seeds carrying the gene encoding saliva- binding region SBR in PAc
of Streptococcus mutans S. mutans gained. Methods The tomatoes total DNA was extracted by CTAB methods, and
the filial generation transgenic tomatoes carrying the gene encoding SBR in PAc of S. mutans were selected by
PCR. The tomatoes total RNA was extracted by trizol and the transcription of the foreign gene was analyzed by RT-
PCR. Protein was extracted from fruit tissue and the content of the total protein was determined by Bradford s
methods G250. The expression of foreign protein was analyzed by Western blot and the lever of the foreign protein
was analyzed by ELISA. Results The fragment encoding SBR in S. mutans PAc gene integrated in the tomato ge-
nomic DNA and was expressed. The foreign protein lever was up to 1.2% of the total soluble protein in tomato fruit
tissue. Conclusion The foreign protein gene in the filial generation of the transgenic plants could express the for-
eign protein.
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40uL TE RNaseA 0.1%Tween-20 5% 1lh
10 mg/mL 37 30min -20 0.1%Tween-20 1xTBS
1.2.2 PCR 15 DNA 4 5 min 12000
PCR 1 5 GGATCCCAAATTTG- PAC 1h 4
GAGGATTTATGAAAGTC 3 2 5'GGTACCT- 1gG 1
CAACCAGCCAGCTTTATCACC 3 94 2 000
5min 94 15 min 58 1.5 min 1000 1h 10 mL
72 25min 30 72 10 min LumiGLO 0.5 mL 0.5mL DDH;0O
1.3 9mL 30s
1.3.1 RNA 0.1g 1.43 ELISA PAC
1 mL
Trizol 10 min
Eppendorf 200 pL 100 uL 3 4
30s 3min 12000 r/min 25 15 min 150 pL Na,C0;0.32 g, NaHCO; 0.586 g,
3 500 pL NaN; 0.04g DH,0O 200 mL pH 95
10 min 12 000 r/min 25 3 min 100 pL BSAOQ.1lg
10 min 75% RNA 3 10mL, pH 9.5 37
35uL DEPC 2h 100 uL  PAC
DDH20 -70 12000 37 2h
1.3.2 RT-PCR 9 DNA 100 pL 1gG
RNA RT-PCR 11000, 37 1h
0.5 mL Eppendorf RNA 8L 100 uL 37 15 min
Oligo dT 45 Primer 1uyL DEPC 3uL 70 50 yL 2 mol/L H,SO,
5xRT buffer 4 pL 490 nm oD 3
RNase OUT RNA 1puL 10 mmol/L dNTP oD
2uL 37 5 min
luL 42 60 min 72 10 min 2
RT- PCR 5uL 2.1
1.2.2 PCR PCR 15 DNA PCR
1.4 9 1.76 kb
1.4.1 Bradford
05¢g pPC41 1.76 kb 1
0.5mL 2x 2.2
100 5 min 10000 r/min - 5 min 9 DNA
-20 0.5 mg/mL BSA RNA RT-PCR 6
01 02 04 08 16 32 64 125 1.76 kb 3 1.76 kb
25 50 pg/mL 0 2
G250 2.3
595 nm oD 2.3.1 Bradford
20 uL H,O 300 uL bovine serum albumin BSA
3mL 595 nm oD 595 nm oD SPSS 10.0
Y =4.860X +0.036
1.4.2 Western blot 4.860 t P 0.000 P<0.01
20 uL 100 oD
12% SDS- PAGE RT- PCR

PVDF 1xTBS

oD 0248
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2.3.2 Western blot SDS- PAGE
PVDF Western blot RT- PCR
PVDF 15 9 PCR
1 1.76 kb
6.0x10* 3
2.3.3 PAc
492 nm oD
SPSS 10.0 Y=0.012 71X+
0.059 2 PAc 4
0.01271 t P 0.000 P<0.01
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PCR 9
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