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Development of diagnostic procedures for tick and mite-borne diseases
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The tick and mite-borne diseases sometimes _cause lethal symptoms although
they are difficult to be diagnosed. Their golden-standard diagnostic methods take time to make a
diagnosis and need a special facility P3 to prepare materials for their diagnostic methods.
Therefore, the objective of this study is to establish Enzyme-Linked Immunosorbent Assay (ELISA) by
using recombinant proteins as an easy-diagnostic method. In this study, we could make recombinant Gn
envelope-proteins of severe fever with thrombocytopenia syndrome (SFTS) virus and recombinant 47kDa
outer-membrane proteins of Orientia tsutsugamushi which causes tsutsugamushi disease in Japan.
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Target Primer Sequence
F-Gn agtcattcaagtcgacatggattcgggeccaatcatctg
. R-Gn cccttctggggtegacctactcaatcctaacatcatctt
SFTS virus
F-Gc aatagggcttgtcgacatgtgtgatgagatggtccatge
R-Gc tagaccagaagtcgacctactcaatcctaacatcatc
F-47kDa ctactaaaaggtcgacatgcctcaacaaaaatctgatge
. |R-47kDa cgcctttaaagtcgacttacttattaatattaggtaaag
O. tsutsugamushi
F-56kDa cgttttcagtcgacatgatagaattgggggatgaa
R-56kDa ttttaaagaagtcgacgaagttatagcgtacaccaaaac
) ) F-rOmpB acgtgctaatgtcgacatgttagaagtttacacggactt
R. japonica
R-rOmpB aatatagggtcgatctaatggctcaaaaaccaaat
SFTS RNA CDNA Super Script 11l Reverse
Transcriptase Invitrogen, CA, USA 0. tsutsugamushi  Gillium Karp Kato
DNA R. japonica  DNA

PCR Takara Ex Taq Takara, Shiga, Japan PCR 1.2%
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PCR PCR
100 PCR KOD One PCR
Master Mix TOYOBO, Osaka, Japan PCR Sal IHF
DNA DNA PET-32b
PET-43.1b Merck Millipore, Darmstadt, Germany Takara DNA ligation kit Takara
DH5a Competent cell Merck Millipore
GenElute Plasmid Miniprep Kit Merck Millipore
DNA DNA Rosetta Merck
Millipore
IPTG
His tag
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