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Novel molecular epidemiology method called PCR-based ORF typing (POT) was
developed for Clostridium difficile isolates. The genotype of POT is determined by detecting ORFs
with plus, minus manner. ORFs choosing in this study shows different distribution patterns depending

on genetic background of isolates. The ORFs were selected by comparing whole genome data of C.
difficile, and testing clinical isolates using PCR. Finally, 10 ORFs showing correlations to MLST,
and 6 ORFs which can classify isolates with same ST were selected. POT was constructed from 11-plex
PCR detecting the 10 ORF and C. difficile marker, and 10-plex PCR detecting the 6 ORFs, toxins
(toxin A, B, and binary toxin), and C. difficile marker. The discrimination power demonstrated by
Simpson’ s index was 0.976. POT can perform within 4 hours using conventional PCR apparatus and get
easy understandable genotypes. POT will make molecular epidemiological analysis of C. difficile easy

and contributes to infection control.
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1 272 ST297  NDO1 2
28 267 ST11 078
129 272 ST204  NDO3

306 259 ST4 NDO4
306 323 ST4 NDO4
359 275 ST49 NDO5
389 275 ST69 NDO6
405 276 ST15 NDO7
405 436 ST15 NDO7

408 272 ST302  014like
433 272 ST26 NDO8
477 503 ST54 012
485 275 ST13 0l4like
485 275 ST2 014
485 307 ST2 014like
485 311 ST2 014like
485 439 ST2 014
485 503 ST2 014like
487 435 ST14 014like
500 308 ST83v  ND09
685 272 New ND11
691 3 ST17 018
691 3 STi7v 018
691 23 ST17 018
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691 259 ST17 018like
691 279 ST17 018
691 387 ST17 018like
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700 373 ST81 369
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826 87 ST8 002
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827 259 ST42 ND23
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852 436 ST100  ND13
893 435 ST44 ND22
944 311 ST325  ND14
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954 407 New ND17
978 183 ST58 ND18
978 307 ST58 014like
978 311 ST58 ND14
1009 272 ST3 ND21
1009 436 ST3 ND20
1013 275 ST102  ND21
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