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Establishment of Fluorescent Quantitation PCR Detection System (Tagman)
for Clavibacer michiganensis subsp. sepedonicus
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Abstract: According to 16 S rRNA conserved sequence of Clavibacer michiganensis subsp. sepedonicus, specific
primers were designed, and fluorescent quantitation PCR detection system (Tagman) of potato ring rot was established. In
the case of definite quantitative determination, the testing capability was 1 fg -pL' (3.21 % 103 copies L") for real-time
quantitative PCR (Taqman). It could detect several copies of genes by fluorescent quantitation PCR detection system
(Tagman). The detection system can be established for trace detection of potato ring rot, ensuring the quality of seed
potatoes, ware potatoes, and related potato products, thereby improving the market competitiveness.
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N rRNA Primers 5.0
PCR
o N N N 541 bp,
HF 5-1 5'- CCGACTCTGGGATAACTG-3’
N HF 3-1 5'-ATTCCACCGCTACACCAG-3’
pMD18-T °
1
1.1 PCR o
3 AlleleID 6.0
1. o
10 . PCR QHF 5/QHF 3
142 bp HFP,
o QHF5 5'- CTGGGATAACTGCTAGAAATGG-3'
QHF3 5'- CGTCGTAGGCTTGGTGAG -3’
! HFP 5" FAM -TTCGGTTGGGGATGGACTCGC
Table 1 Name and resource of experiment strains CGCC TAMRA -3
Name Latin name ~ Number Resource Year 132 PCR
C. michiganensis CMS1 CIP 2006 DNA ’
Ring rot subsp. CMS2 2007
pathogen sepedonicus CMS3 2007 DNA
CMS4 2006
CMS5 2007 Copy Number CN
CMS6 2007 CN= MxN / LxD M=
CMS7 2008 g mL™"
************ e v e e N 6022 x 1023 copy-mol”
Bacterial wilt RS2 2007 L= = +
pathogen RS3 2007 kb
7777777777777 Eewmonra ECL 007 D= dsDNA 6.6 x 105g-mol™-kb™
Black leg subsp. EC2 2007 1.3.3
pathogen carotovora EC3 2007
10" 107 10° 10* 107
1.2 10 ng-pl? PCR
PCR ABI 7500 PCR PCR SYBR Green
ABI Tagman Gene o
Expression Master Mix ABI SYBR 134 PCR
Green PCR Master Mix 7 500 PCR
o PCR
1.3
1.3.1 PCR CT .
Genebank AM41069 ABI 25.0 uL 10 pg* pL™
Clavibacter michiganensis subsp. sepedonicus 16 S 5.0 pL 10 pg-pl™ 5.0 pL
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Figure 1 The melting curve of the Real-time quantitative PCR product SYBR Green
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Figure 2 Standard sample amplification of fluorescent quantitation PCR detection
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Figure 3 Standard curve of fluorescent quantitation PCR detection
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Figure 4 Standard sample 107'~10” ng- L™ amplification of fluorescent quantitation PCR detection
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Figure 5 Sample amplification of fluorescent quantitation PCR detection
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