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multiplex RealTime—PCR(SFGR & Scrub typhus)

Primers and probes used in this study

Assay format Gene Amplicon Primer Sequence (5' to 3"
target size (bp)  or probe
OR-F
T s a0 B f o
real-time PCR Ot-FAM
Rj-VIC

Master Mix

Multiplex real-time PCREEZ &L TPremix Ex Tag™ (Perfect Real Time) (%
DS\ A4A)ZFEAL, primer&0.3uM, MGB probe#&-0.2uM, Premix Ex TagFH
buffer 12.5ulE KU'ROX Reference Dye Il (50 X )&0.5ul#ZZBKEREEL, 1
tube&7=1)22.5u1&L7=. Template 2.5l

Sk
95°C T30F)in#E{%, 95°CT5F), 60°CT40F)%45[m

R FER. RSNk MER. GER. LER. BHR, B2



Reactivity of multiplex real-time PCR for Rickettsial agents

Species Strain Isolation source Multiplex realtime PCR
Orientia tsutsugamushi Gilliam Human +(Ot-FAM)

Orientia tsutsugamushi Karp Human +(Ot-FAM)

Orientia tsutsugamushi Kato Human +(0Ot-FAM)

Orientia tsutsugamushi Kawasaki Human +(0Ot-FAM)

Orientia tsutsugamushi Kuroki Human +(0Ot-FAM)

Orientia tsutsugamushi Shimokoshi Human +(Ot-FAM)

Orientia tsutsugamushi JP-2:Sato Human +(Ot-FAM)

Orientia tsutsugamushi JG'Kasei Human . ... +OtFAM)
Rickettsia asiatica I0-1 Ixodes ovatus +(Rj-VIC)

Rickettsia conorii Malish 7 Human +(Rj-VIC)

Rickettsia heilongjiangensis CHS8-1 Haemaphysalis concinna +(Rj-VIC)

Rickettsia helvetica IP-1 Ixodes persulcatus +(Rj-VIC)

Rickettsia honei TT-118 Ixodes sp. +(Rj-VIC)

Rickettsia japonica YH Human +(Rj-VIC)

Rickettsia japonica FT Human +(Rj-VIC)

Rickettsia rickettsii Sheila Smith Human +(Rj-VIC)

Rickettsia sibirica 246 Human +(Rj-VIC)

Rickettsia tamurae AT-1 Amblyomma testudinarium +(Rj-VIC)

Rickettsia typhi Wilmington Human -
Rickettsiasp. LON . LON-2 . Haemaphysalis longicornis . . . +Rj-VIO)
Anaplasma phagocytophrlum ORI
FEhrlichia chaffensis -

FEhrlichia muris —
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