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Abstract

The examination for Clostridium botulinus (C.botulinus) in a honey was carried out in March,
2010. One experimental mouse died after the supernatant of CMGS medium culture had been
injected. Therefore, we examined whether this depended on C.botulinus or not. The Symptom in the
mouse was different from a symptom with C.botulinus, and this symptom was defended by none of
antitoxin of A,B,C,D,E,F toxin types of C.botulinus and antitoxin of Clostridium perfringens. In
addition, PCR was performed for bacteria in culture using primers for genes of A,B,C,D,E,F,G toxin
types of C. botulinus, and none of these genes were detected. From these results, we found that the
cause which killed mouse was not C.botulinus, because both of C.botulinus toxins and their genes
were not detected from cultures.

Then, in order to identify the causative agent which killed mice, the cultures were inoculated in
blood agar and incubated anaerobically at 37 “C. Consequently two type colonies of hemolytic and
non-hemolytic were obtained. When supernatants of CMGS cultures of these colonies were injected
into mice, cultures of hemolytic colony caused symptoms in mice, but cultures of non-hemolytic
colonies caused no symptoms. In addition, the hemolytic colony was identified as Clostridium
Iimosum by nucleotide sequence analysis of 16S r RNA gene. These results indicated that the cause
of lethality in mice was Clostridium limosum. In addition, by literatures, enzymes produced by
Clostridium limosum (such as collagenase and lecithinase), were supposed to be the causative

agents which showed lethality to mice.
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CTGTTTGCTACCCACGCTTTCATGCCTCAGCGTCAGTTACAGTCCAGAAAGCCGCCTTCGCCACT
GGTGTTCTTCCTAATCTCTACGCATTTCACCGCTACACTAGGAATTCCGCTTTCCTCTCCTGTACT
CTAGATACCCAGTTTGGAATGCAGCACCGGGGTTGAGCCCCGGGATTTCACATCCCACTTAAGTA
TCCGCCTACGCATGCTTTACGCCCAATAAATCCGGACAACGCTCGCCACCTACGTATTACCGCGG
CTGCTGGCACGTAGTTAGCCGTGGCTTCCTCCTCAGGTACCGTCATTATCGTCCCTGAAAACAGA
GCTTTACAATCCGAAGACCGTCATCACTCACGCGGCGTTGCTGCGTCAGGGTTTCCCCCATTGCG
CAATATTCCCCACTGCTGCCTCCCGTAGGAGTCTGGGCCGTGTCTCAGTCCCAATGTGGCCGAT
CACCCTCTCAGGTCGGCTACGCATCGTCGCCTTGGTGAGCCGTTACCTCACCAACTAGCTAATGC
GCCGCGGGTCCATCTCAAAGCGGATTACTCCTTTAATCATTTCAACATGCATTGAAATGATGTTAT
GCGGTATTAATCTTCCTTTCGGAAGGCTATCCCCCTCTTTGAGGCAGGTTACCCACGTGTTACTCA
CCCGTCCGCCGCTAATCCACTTCCCGAAGGAAGCTTCATCGCTCGACTTGCATGTGTTAAGCACG

CCGCCAGCGTTCGTCCTGAGCCAGGATCAAACGGGGNTCCTCTAGAGTCGACCTGCAGGCATGN
ANCTTGG
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AGGTGGCAAGCGTTGTCCGGAATTATTGGGCGTAAAGCGCGCGCAGGCGGTCCTTTAAGTCTGA
TGTGAAATCTTGCGGCTCAACCGCAAGCGGTCATTGGAAACTGGGGGACTTGAGTGCAGAAGAG
GAAAGCGGAATTCCACGTGTAGCGGTGAAATGCGTAGAGATGTGGAGGAACACCAGTGGCGAAG
GCGGCTTTCTGGTCTGTAACTGACGCTGAGGCGCGAAAGCGTGGGGAGCAAACAGGATTAGATA
CCCTGGTAGTCCACGCCGTAAACGATGAGTGCTAAGTGTTGGAGGGTTTCCGCCCTTCAGTGCT

GCAGCTAACGCATTAAGCACTCCGCCTGGGGAGTACGGTCGCAAGACTGAAACTCAAAGGAATT

GACGGGGGCCCGCACAAGCGGTGGAGCATGTGGTTTAATTCGAAGCAACGCGAAGAACCTTACC
AGGTCTTGACATCTCCTGACCGCCCTGGAGACAGGGTCTTCCCTTCGGGGACAGGATGACAGGT
GGTGCATGGTTGTCGTCAGCTCGTGGGGGATCCTCTAGAGTCGACCTGCAGGCATGCAAGCTTG
GCGTAATCATGGTCATAGCTGTTTCCTGTGTGAAATTGTTATCCGCTCACAATTCCACACAACATA

CGAGCCGGAAGCATAAAGTGTAAAGCCTGGGGTGCCTAATGAGTGAGCTAACTCACATTAAATTG
CGT
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