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1
1.1
pRLGEMCS N C Osmotin
pRLGEMC3 N C
Osmotin pBIS25 CaMV 35S AMV  Q
NOS PBI pGEM3zf +
T-DNA pBINPLUS LineV  R2 P. infes-
tans 90128 Racel 3 4 6 7 8 10 11 CPRO-DLO
1.2
1.2.1 PCR Sambrook 7
1.2.2 Visser s
1.2.3 Southern  Northern DNA Hillis ?
RNA Sambrook 7 Southern ~ Nouthern
7 pRLGEMCS5  pRLGEMC3 Ncol ~ BamHI
1.2.4 Dot-blot ELISA 100mg 100 1 X PBS 140 mmol L
NaCl 2.7 mmol L KCI 10 mmol L Na,HPO, 1.8 mmol L KH,PO, pH 7.3
10 PR5 Selitrennikoff
NBT BCIP
1.2.5 Western Jaynes 10
de Wit Spikman 1
SDS Western blotting
Sambrook 7 Western Dot blot-ELISA
1.2.6 38
pBINPLUS Bin-
tje P. infestans Caten
Jinks 12 5 mL
13 8 345
5 15
10pLL 500 16h 18T
8h 15T 100 %
3 3
A=14XgX X
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16mm?
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Fig.2 Analysis of copy number of Osmotin LGR
gene in transgenic potato P infestans
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A. Detection of Osmotin protein expression by
Osmotin Dot-blot ELISA
1. positive 2. untransformed plants 3 ~ 8.
transgenic plants
B. Analysis of intercellular secretion of ex-
Os- pressed Osmotin protein by Western-blotting
Zeamatin Zea- I. Untransformed plants Il III. Transgenic
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Analysis of Late Blight Disease Resistance in Transgenic

Potato Plants Expressing Osmotin Protein Gene

Li Rugang Wu Ningfeng Fan Yunliu
Biotechnology Research Center Chinese Academy of Agricultural Sciences Beijing 100081
G.A. A. Vleeshouwers A. Pereira
CPRO-DLO Wageningen the Netherlands

Abstract Potato transformation was conducted using tobacco Osmotin gene without carboxyl termi-
nal prepropeptide and Osmotin gene with a stop coden TUG at 96th amino acide drived by CaMV
double 35S promoter and putative transgenic potato plants with NPT II resistance were produced.
Southern and Northern analysis of 20 and 55 NPT Il-resistant plants respectively comfirmed the
integration and transcription of Osmotin gene. Twenty one plants transformed with Osmotin gene
and 17 plants transformed with variated Osmotin gene were tested for resistance to late blight dis-
ease. Eight and 10 plants were shown to have significant resistance at the level of a=0.05 compared
to untransformed plants. Dot blot-ELISA and Western blot analysis of 8 late blight-resistant plants
transformed with osmotin gene confirmed that intercellular secretion of expressed osmotin gene con-
ferred transgenic plants high resistance to infection of Phytophthora infestans. The research result

was also pointed to be that antifungal part was possibly located at N end of Osmotin protein.
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