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1 The stencil card of 4x7 cm with 9 circles of 0.5 cm in diameter
punched out used for measuring soybean bacterial pustule
severity

2 Pathogenicity test using a cotyledon bioassay for pathogenicity
minus strain screening.

3 Disease symptom on soybean leaves at 14 days after spray
inoculation with different bacterial suspension.

4 Hypersensitive response (HR) tested on nonhost plant

5 Hypersensitive response induced by X. axonopodis pv. glycines

wildtype and mutant strain KUMNTP2 (Mt) on resistance soybean
cultivar

6 Analysis of Tn5 insertion by PCR and Southern hybridization

7 Tn5 fragment inserted of target clone in plasmid vector pUC118
were  detected by restriction enzyme (EcoRI) analysis and PCR

8 Two-way directions of Tn5 flanking inserted portion on target
DNA used for sequencing analysis

9 Partial Nucleotide sequences of ppsA genes of X. axonopodis pv.
glycines with 2.3 kb

10 Growth rate of X. axonopodis pv. glycines, wildtype and mutant
KUMNTP2 comparing with complement in minimal medium
containing with 0.5 % and 0.25 % sodium acetate (NaAC)

11 Disease symptoms on soybean leaves at 120 h post inoculated with
each bacterial suspension

12 Necrotic lesion developed on soybean leaves observed under
stereo microscope (4000X) at 24, 48, and 72 h after infiltrated
with cell suspension of X. axonopodis pv. glycines wildtype and

mutant strain
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Extracellular enzyme plate assay revealed the nonpathogenic mutant
strain KUMNTP2 was deficient produced cellulase compared with
wildtype.

Distribution of cellulase activity in various cellular fractions,
extracellar, periplasmic, and cytoplasmic membrane of X.
axonopodis pv. glycines wildtype No.12-2 (Wt), mutant
(KUMNTP2) and complementation (Cp) strains

Two-way directions of Tn5 flanking inserted portion on target
DNA were used for sequencing analysis. The universal primer
M13 F —-M13 R and two direction walking primer designed for
amplified complete fragment

Accumulation of B -1,3-glucanase and PAL activity on susceptible
soybean SJ4 leaves after inoculation with X. axonopodis pv.
glycines wild type. mutant KUMNTP2, and complement, strains

compared with co-inoculated of mutant-wildtype, and mutant—

complement, and sterile distilled water at various incubation times.

Accumulation of phenolics, POX activity on susceptible soybean
SJ4 leaves after inoculation with X. axonopodis pv. glycines wild
type. mutant KUMNTP2, and complement, strains compared with
co-inoculated of mutant-wildtype, and mutant-complement, and
sterile distilled water at various incubation times

Growth of X. axonopodis pv. glycines strains on soybean leaves
infiltrated with wildtype (WT), mutant KUMNTP2 (MT), and
complement (CP) ; and co-inoculation with wildtype and
complement on 24 h pretreated soybean plants with mutant strain

(MT-WT, MT- CP) respectively
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