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- Total of 72 isolates of yellow-pigmented bacterial colonies were isolated from infected

“cucumber, watermelon, melon, gourd, squash and zucchini which showing leaf spot, leaf blight,

“~vine necrosis, die-back and wilt collected from Khon Kaen, Maha Sarakham, Loei, Kalasin and

Sakdn Nakhon Provinces. Based on polyphasic taxonomy including information on their
morphology, pathogenicity, biochemical properties, whole cell protein profile, rcp-PCR_DNA-
fingerprint, carbon source utilization by Biologﬂ'l and nucleotide sequence of 16S rRNA gene
were used for bacterial taxonomy. Resulting 4 genus of yellow-pigmented pathogenic bacteria
were identified including : 1) genus Chryseobacterium (C. scophthalmum 2 isolates and C.
indologenes 2 isolates) from leaf spot/blight symptom, 2) S. paucimobilis 40 isolates from leaf
spot symptom, 3) genus Pantoea (P. dispersa 6 isolates, Pantoea sp. (subgroup 1) 2 isolates and
Pantoea sp. (subgroup II) 3 isolates) from die-back and vine necrosis symptom, and 4) genus
Staphylococcus 17 isolates from wilt and leaf blight symptom.

The specific polyclonal antiserum production for Chryseobacterium (MLMK4-1As) and
Staphylococcus (CUKKUS8As) was done. Immunization program was made by intramuscular
injection of antigen plus incomplete adjuvant for 3 times by 7 days interval, followed by
intravenous injection of antigen alone for 2 times by 7 days interval. Bleeding was done at
10 days after final immunization and then bleeding weekly for 8 weeks. The antigen was
intravenéuSIy reinjection at 14 days after 8" bleeding. Bleedings were continued at 10 days after
intravenous reinjection and further weekly interval for 4 weeks. The titer of MLMK4-1As
obtained was high as 1:200,000 at antigen level at 10 pg/ml. The sensitivity was shown at the
minimum protein content of 0.625 pg/ml. In artificially contaminated sap, showed strong signal
with 2.5 g antigen/ml or at 10° cfu/ml. The titer of CUKKUB8ASs obtained was high as 1:100,000

at antigen level at 100 pg/ml. The sensitivity was shown at the minimum protein content of
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1.25 pg/ml. In artificially contaminated sap, showed strong signal with 5 pg antigen/ml or at
10 cfw/ml.

~ The specificity test of polyclonal antisera was carried out with phytopathogenic bacteria
molaﬁed from cucurbits, including genus Chryseobacterium spp. (4 isolates), genus Sphingomonas
sp (40 _isdlaj;es), genus Pantoea spp. (11 isolates), genus Staphylococcus sp. (17 isolates) and
other phytopathogenic bacteria including Acidovorax avenae subsp. citrulli, Ralstonia
solanacearum, Pseudomonas syringae pv. lachrymans, Serratia marcescens, Xanthomonas
‘campestris pv. vesicatoria (2 isolates), Xanthomonas axonopodis pv. citri (2. isolates),
Xanthomonas oryzae pv. oryzae and Erwinia carotovora subsp. carotovora. The MLMK4-1As
was highly specific to Chryseobacterium spp. and was not serologically related with other
phytopathogenic bacteria but slightly reacted with Staphylococcus sp., The CUKKU8BAs was
highly specific to Staphylococcus sp. and was not serologically flielated with other
phytopathogenic bacteria but slightly reacted with Pseudomonas .syn'néae pv. lachrymans.
Therefore, the quality of these polyclonal antisera was good for reliable detection and diagnosis
of bacterial diseases caused by particularly yellow-pigmented bacteria in cucurbits by indirect
ELISA.





