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Total 89 isolates plant pathogenic fluorescent Pseudomonas were isolated from infected
cotyledon of seedling obtained from blotter test and leaf spot / leaf blight symptoms of
watermelon, gourd, pepper, tomato, coriander, celery, orchid and agricultural soils. All isolates
produced disease on particular tested plants. Based on polyphasic taxonomy including
information on their morphology, pathogenicity, biochemical properties, whole cell protein
profile, rep-PCR DNA-fingerprint, carbon source utilization by BiologTM and nucleotide sequence
of 16S rRNA gene were used of bacterial taxonomy. Resulting S groups of fluorescent
Pseudomonas pathogenic bacteria were identified including : 1) P. aeruginosa which major group
consisted of 70 isolates from melon, squash, watermelon, cucumber, guard, pepper, tomato and corn
with spot/blight symptom, 2) tentative P. asplenii 1 isolate from squash leaf spot symptom, 3)
fluorescent Pseudomonas which 16S rDNA sequence be closely to Burkhloderia cepacia 1 isolate
from pepper leaf spot symptom, 4) tentative P. cichorii 1 isolate from celery leaf spot symptom,
5) fluorescent Pseudomonas 16 isolates from melon, pepper, tomato, coriander, orchid spot/blight
symptom and agricultural soils.

The P. aeruginosa AR-TS003 with isolated from infected cotyledon of tomato seedlings
obtained from blotter testing was used for polyclonal antiserum production. The suspension of
AR-TS003 sonicated cells was mixed with Freund’s incomplete adjuvant 1:1 (v/v) for
intramuscular immunization of New Zealand White female rabbit for 3 times, weekly interval.
Then, the sonicated suspension was intraveinous immunized for 2 times by weekly interval.
Bleeding was done at 10 days after final immunization. The obtained AR-TS003 antiserum from
rabbit showed higher titer value when detected by indirect ELISA. Titer of antiserum at week 1-3
was 1:256,000, then increased to titer 1:64,000 at week 4, maximum titer was obtained as

1:256,000 at week S and then fluctuation at week 6-12. The sensitivity of AR-TS003 antiserum
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for detection AR-TS003 protein was 0.313 pg protein/ml. The specificity of AR-TS003 antiserum
was highly specific against strains of Pseudomonas aeruginosa AR-TS003 and other P.
aeruginosa isolates obtained from pepper, tomato and cucurbit samples. No cross reaction
occurred with other phytopathogenic bacteria including, Acidovorax avenae subsp. citrulli,
Xanthomonas axonopodis pv. citri, Xanthomonas campestris pv. campestris, Xanthomonas
campestris pv. vesicatoria, Erwinia carotovora subsp. carotovora and Serratia marcescens.
However, the AR-TS003 antiserum showed slightly serological related to Ralstonia
solanacearum and moderately scrological relationship to other unknown fluorescent
Pseudomonas 7 isolates from infected seedling/ part of disease plant. This study indicated that,
the AR-TS003 could be used for routine detection and diagnosis of P. aeruginosa and study on
serological relationship with other fluorescent Pseudomonas by indirect ELISA. This will be

enhanced rapidly and more reliable diagnosis for bacterial diseases of economic vegetable crops.
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@20 1151n54 CLC Main Workbench 5

fviiana le InAveadau 16S tDNA §1U3U 1,485 bp nniseuuAiGe
ToTxan McFS001

fduiianalo lnaveaaau 16S rDNA $1191 1,415 bp nnidonuAfice
1o lasan PeFS009

d1euiiona e InAueaaau 168 rONA §1U21 1,489 bp nnideuuafite
Tolasan SqFS005

fAUina 1o InAvesaau 16S rDNA $1u21 1,490 bp NnEeATGY
lolanaa CeFLO01

dduiiong lolnavoadau 168 rDNA §1171 1,489 bp NndeuRiGe
ToTaan AR-TS003

snumeRREueR IdnnmsiuSinadie lwawos BOXAIR
vouFouuniiEelungy fluorescent Pseudomonas w120 o Taman
ﬁﬁmmanwmuu 1.5% agarose gel electrophoresis 14 1X TAE buffer
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MTYMNN (7D)

win
AW 35 Dendrogram msﬁﬂﬂtjnmmﬁuﬁuﬁmaﬁ;mmﬂﬁﬁtfluﬂtju fluorescent 70
Pseudomonas Tav1¥aenuwadued umaiia rep-PCR (BOXAIR) AAT1EH
Ta83% UPGMA 01154050 NTSYS pe version 2
AN 36 M1 titer YOWOURTIY P. aeruginosa ToTwan AR-TS003 Tty 18nds 76
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indirect ELISA Taglduouamu 40 lulasnsusolulnsans



