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1
Table 1 Strains tested and their origins
Latin name of strains Number of strains Resource
Cur. f. pv. flaccumfaciens 2584 ICMP
Cur. f. pv. betae 2594 ICMP
Cur. f. pv. poinsettias 2632 ICMP
Cur. f. pv. oortii 2566 ICMP
Cur. f. pv. basellae BR10 Nanjing
Cur. f. pv. beticila CV30 Neimeng
Cur. citreum 15828 ATCC
Cur . luteum 15830 ATCC
Cur. albidum 15831 ATCC
Cur . pusillum 19096 ATCC
Cur . plantarum 49174 ATCC
Clavibacter michiganense subsp. michiganense 2550 ICMP
Cl. fangii Tal9 Yangzhou
Rathayibacter tritict 2626 ICMP
Rhodococcus fascians 5833 ICMP
Arthrobacter ilicis 2607 ICMP
Agrobacterium tumefaciens A6 Jiangsu
Ralstonia solanacearum LE24 Nanjing
Erwinia chrysanthemi Ch10 Jiangsu
Pseudomonas syringae pv. phaseolicola Psp2 Jiangsu
Escherichia coli JM101 Jiangsu
Bacillus megaterium Ga5 Jiangsu

© RERFERME MRS RED

ICMP International collection of micro-organism from plant New Zealand ATCC American type culture collection.

1.4 PCR
ITS L1 5'-AGTCGTAACAAGGTAGCCGT-3" * [2 5'- GTGCCAAG-
GCATCCACC-3’ > 95°C Smin 94°C 30s 60°C Imin 72°C Imin 35
72°C 10min 0.8%
1.5 PCR
PCR 500bp
pUC-T E. coli JM110
1.6 DNA
DNAman GenBank EMBI DDBJ
ITS
1.7 PCR
1 DNA
PCR 10 x buffer 2uL
dNTP 10mmol/L.  0.35pL 1/ 2 50pmol/L 0.3pL/0.3pul. 1Tag 11U DNA
IpL ddH,0  20pL 95°C Smin 94°C 30s 61°C lmin 72°C 40s 30
72°C 10min
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2
2.1 L1/L2
L1/12 14 PCR 13 500bp
Cur . plantarum PCR
2.2
6 5
G ITS 1 Cfb Bl 5'-GGCCTCGT-
GTTGTCCCTTATC-3" /B2 5'-GTCACCAATCAACAACCCGAG-3'
Primer L1
1 AGTCGTAACA AGGTAGCCGT ACCGGAAGGT GCGGCTGGAT CACCTCCTTT CTAAGGAGCA

Primer B1
61 TCTGGCCTCG TGTTGTCCCT TATCGGGGCA CGCATGGTCC AGGCGCCTGA TTCGGACCGA
121 ACGTGTCCGA CGGGTAGCTC ATGGGTGGAA CATTGACAGT GCAGTTGGGA GTGATGCTTC
181 CGACCTCAGT ACGCTCTGCT TGCAGGGTTG GGACGGGTCG GGGTGGAGCG ACTGGCTGGT
241 GCACGTTGTT GGGTCCTGAG GGACCAGGCT TCCTGTTGTC ACGTGAGTGG TGGTGGGGGT
301 TGGGCCTACG GGTCCTTCGT CGGGCCAGGG TGAACCTACC GTTGTGGTGG GGGAGTGCTG
361 GTGCCGATCG TATGTTGAGA ACTACACAGT GGACGCGAGC ATCTTTGATT CGCGTCATCC
421 ATGATCAGCC CTCGGGTTGT TGATTGGTGA CGTTGGATCG CAATTTTAAT CTTTGTGGTC

Primer B2
481 AAGTTTCTAA GAGCAAACGG TGGATGCCTT GGCAC

Primer L2

1 Cfb 16S 23SrDNA ITS
Fig.1 Sequence of the ITS between 16S and 23S rDNA of Cfb

The underlined regions are universal and specific primers sites.

2.3 B1/B2  Cfp

B1/B2 G 387bp 21
2 ¢ PCR B1/B2
3
ITS Internally Transcribed Spacer ITS 1990
ITS 11 3
Curtobacterium flaccumfaciens pv. flaccumfaciens 10
GenBank AY191503-AY191509 AY191510-AY191512
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Fig.2 EB-stained PCR products following amplification

PCR

with primers Bl and B2 from genomic DNA
different tested bacteria
The upper lanes 1 - 11 2607 5833 Tal9 2626 2550 Ga5
JM110 Psp2 Ch10 LE24 A6 The lower lanes 1 — 11 2566
2632 2594 2584 CV30 BRIO 49174 19096 15831 15830
15828 Lane M is DNA size markers D1.2000.
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B1/B2 b ITS b
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A Polymerase Chain Reaction Protocol for the Detection

of Curtobacterium flaccumfacies pv. betae ™

Ge Yunying Guo Jianhua™
Department of Plant Pathology  College of Plant Protection Nanjing Agriculture University ~Nanjing 210095 China

Abstract A PCR protocol was developed that specifically detected Curtobacterium flaccumfaciens
pv. betae Cfb  the causatine agent of silvering disease of red beet. Generic PCR products from
the internally transcribed spacer ITS region of 16S ~ 23S ribosomal DNA of Cfb and other related
bacteria were cloned and sequenced. Based on a multiple sequences alignment among these obtained
sequences and other-nonredundant highly homologous sequences from database two Cfb-specific
PCR  primers  were  designed Bl 5'-GGCCTCGTGTTGTCCCTTATC-3" /B2 5'-
GTCACCAATCAACAACCCGAG-3" . These two oligonucleotides primed the specific amplification
of a 387bp DNA product from genomic DNA sample of Cfb strain. Amplification was not observed
with other 21 tested bacteria including 5 strains of other Cur. f. pvs. 3 strains of Clavibacter
species 8 type strains of other different genus and 5 strains of saprophytic bacteria. The PCR
protocol provides a rapid reliable and economical tool for routine detection and identification of
.

Key words Curtobacterium flaccumfacies pv. betae 1TS analysis PCR detection
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