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# < P Construction of Xcc rpfC and rpfG mutants by insertional mutagenesis.
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# < P Pathogenicity assay of rpf mutants. As shown in the figure, rpfF, rpfC and rpfG
mutants are avirulent. However, rpfB mutant can cause typical black rot symptoms in a cabbage
leaf.
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® < P Effect of rpf genes mutation on the EPS and extracellular enzymes production. The
data demonstrated that rpf genes play arole as positive regulators in the biosynthesis of EPS and
extracellular enzymes.
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% < P Growth curve of Xc17 and rpf mutantsin LB medium (A), XOLN medium with (C)
or without (B) addition of cabbage juice.
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% < P 1 Conformation of rpf mutants observed by electronic microscope. The rpfF and fpfC
mutants lost their flagellum, but rpfB and rpfG mutants are still flagellated.

) RGP D A Tprtl A Fl Arpf R RRAM PN AR o (A) prili FlEcd + RS AE B T

PFY13-9 & # 4 - @ jg fcds + 2 lacZh F s £ & 3 Ap e o prilh Flecks & #1201 §
-gaactosidase: & 1 1 Bl2. o (B) LB & A o prilfk Flicd F & B frpfF rpfG % fpfC
RRB BEAR o e arpBR R ARE SN PR o & XOLNR # & ¢ o prtl
Fats+ 2B rpf R R BEREARR D o

% < P I Anaysisof the activity of prtl promoter in rpf mutants. (A)The promoter region of
prtl gene was cloned into the plasmid pFY13-9 to be in a transcriptional fusion with a
promoterless lacZ gene. The activity of prtl promoter was monitored by the [ -galactosidase
activity. (B) In LB medium, expression of prtlgene was severely reduced in rpfF rpfG and fpfC
mutants and moderately reduced in a rpfB mutant. In XOLN medium, expression of prtlgene
was severely reduced all of the four rpf mutants.
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#F <2 P Analysis of the activity of gumB promoter in rpf mutants.  (A)The promoter region
of gumB gene was cloned into the plasmid pFY 13-9 to be in a transcriptiona fusion with a
promoterless lacZ gene. The activity of gumB promoter was monitored by the [ -galactosidase
activity. (B) In LB medium as well asin XOLN medium, expression of gumB gene was severely
reduced in rpfF rpfG and fpfC mutants and moderately reduced in a rpfB mutant only in the
early log phase of growth. In the stationary phase, the difference of gumB promoter activity
between the mutant strains and Xc17 become | ess evident.
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% < P D Anaysisof the activity of prtl promoter in rpf mutants. (A)The promoter region of
prtl gene along with a promoterless EGFP gene was cloned into the plasmid pFY13-9to bein a
transcriptional fusion with a promoterless lacZ gene. The activity of prtl promoter was
monitored by the fluorescence of EGFP (B) and /3 -galactosidase activity (C), in the presence or
absence of plant extract. The results demonstrated that this fusion system is less sensitive than
the pFY-prtl clone.
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® < @ Andysis the effect of purified DSF on the extracelluler protease activity of rpf
mutants. The results demonstrated that DSF can recover the extracelluler protease activity of
rpfF mutant but can’t recover that of rpfC and rpfG mutants. However, the EPS production
defect of rpfF mutant cannot be recover by the supplementation of DSF.
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Fig 1 (A) A 1250 bp rpfG-containing PCR fragment was amplified using Xcc chromosome as template.
Two Psfl sites were constructed at the sites' 411nt and 489 nt of /pfG orf by PCR-based mutagenesis. A
Gm resistant cartridge was inserted between the two Psil sites. This recombinant DNA fragment was used
to replace Xcc chromosomal spfG gene by homologous recombination.

{B) A 935 bp rpfC-containing PCR fragment was amplified using Xcc chromosome as template. A

Gm resistant cartridge was inserted into the sole Psfl site of the PCR product. This recombinant DNA
fragment was used to replace Xcc chromosomal 7pfC gene by homologous recombination.
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Fig 2 Pathogenicity assay of fpf mutants. As shown in the figure, fpfF, rpfC and mpfG mutants
are avirulent. However, spfB mutant can cause typical black rot symptoms in a cabbage leaf.
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Fig 3 Effect of spf genes mutation on the EPS and extracellular enzymes production. The
data demonstrated that spf genes play a role as positive regulators in the biosynthesis of
EPS and extracellular enzymes.
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Fig 4 Growth curve of Xc17 and rpf mutants in LB medium (A), XOLN medium with (C) or
without (B) addition of cabbage juice.



Fig 5 Gonformation of spf mutants observed by electronic microscope. The
and fpfC mutants lost their flagellum, but /pf8 and rpfG mutants are still ﬂagellated.
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Fig 8 Analysis of the activity of prf1 promoter in smf mutants. (A)The promoter region of prtf gene
along with a promoteriess EGFP gene was cloned into the plasmid pFY13-9 to be in a transcriptional
fusion with a promoterless /acZ gene. The activity of prtl promoter was monitored by the fluorescence
of EGFP (B) and j3-galactosidase activity (C), in the presence or absence of plant extract. The results
demonstrated that this fusion system is less sensitive than the pFY-prtl clone.

Fig @ Analysis the effect of purified DSF on the extracelluler protease activity of
rpfmutants. The results demonstrated that DSF can recover the extracelluler
protease activity of fpfF mutant but can’t recover that of pfC and rpfG mutants.

However, the EPS production defect of pfF mutant cannot be recover by the
supplementation of DSF.



