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Polyclonal antisera specific to three species of bacteria causal agent of tomato wilt
symptom, Clavibacter michiganensis subsp. michiganensis , Pseudomonas corrugata and
Ralstonia solanacearum were produced. These antisera were used for detection and
diagnosis of target bacteria in tomato seed production for exportation. The process of
immuniztion be started with sonication whole cell target bacteria with ultrasonicator, then
mixed with Freund's incomplete adjuvant. The antigen was intramuscular injection on white
rabbit three times with one week interval. Bleeding was done at 10 days after the final
injection. The good quality of antisera were obtained, with titer 8,000 and high specificity
against target antigen without cross reaction between each species of these three target
tested bacteria. These antisera were suitable for diagnosis of tomato bacterial wilt disease
by indirect ELISA , using 1 cm. length ot infected stem with aprox. 0.1 gm. The infected stem
tissue was crushed and soaked in 1 mi coating buffer for 30 min, then applied the crude
suspension into well of ELISA plate and followed the steps for indirect ELISA. The produced
antiserum for each target bacterial species could be used at dilution 1: 1000 (v/AV) in
conjugate buffer, and used goat anti-rabbit IgG/alkaline phosphatase coniugate (Sigma) in
the ratio of 1:40,000(v/v). Tomato seed production fields in Khon Kaen, Nongkai. Kalasin,
Mahasarakham, Nongboulampoo and Sakolnakorn Provinces were inspected during 1999-
2001 and collecting the samples of tomato wilt disease for further indirect ELISA diagnosis
using all produced antisera. Results revealed that , all diseased samples caued by R.
solanacearum and no evidence for positive detection the C. michiganensis subsp.
michiganensis and P. corrugata, the target bacteria for phytosanitary certification of

exported tomato seeds.



