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RT-PCR
Pure Link FFPE RNA
isolation kit (Invitrogen) RNA
SFTSV N gene
Forward and RT-primer:
SFTS-F2, CCCTGATGCCTTGACGATCT
(20 mer), Reverse primer. SFTS-R2b,
TGATTGGGTGAGGGACACAAAGTT (24
mer), Probe: SFTS-probe-Fam2,
TTGCCTCGAGTCAGGGCAAAGACAA (25
mer)  QuantiTect Probe RT-PCR Kit
(QIAGEN) SFTSV

B-actin
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) 293T ( )
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5) Real-time RT-PCR

a)

c)

SFTSV RNA

real-time RT-PCR Applied
Biosystems StepOnePlus

SFTSV RNA

primer set
Takara One Step PrimeScript RT-PCR
Kit Perfect Real Time
primer sets Agilent
Brilliant Il Ultra-Fast QRT-PCR master
Mix  Invitorogen Express One-step
Superscript gqRT-PCR kit
PCR kit

NCBI  website SFTSV YG1
strain  segment S

primer sets
SFTSV-S173F:(173-192bp)GAGACAGGT
GGAGATGATTG SFTSV-S357R
(338-357bp)
ACAGGAGTGATTGAGAGCCT Probe
MGB  probe SFTSV-S2-317 MGB
CTGGTTGAGAGGGCA

Applied Biosystems
StepOnePlus Roche
Light Cycler Bio-Rad CFX connect

273 13
19 305
RNA



real time RT-PCR
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b) 273 13
19 305
real time RT-PCR

NP 7B SFTSV
RNA
b) SFTSV Huh-7 C)
SFTSV SFTSV RNA
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5) Real-time RT-PCR
SFTSVpv SFTSV
a) Applied Biosystems StepOnePlus SFTS

Instrument primer
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1) Ferdinard Adungo
Preparation of genetically-

engineered antigen of RVF virus for

SFTS development of antibody- detecting test kit.
61
SFTS 2013.11.10-12
SFTS 2)
SFTS (SFTS)
(2013.12.6)
F 3) SFTS 9
SFTS (2013.10.19)
SFTS 4) SFTS
13
(2013.11.2)
G 5) SFTS virus
1
1) vector-borne diseases 61 56
SFTS Vol.29 (8): (2013.11.6-8)
25-32, 2013
2
SFTS-N lgG-ELISA
STFS Antigen  Control Antigen
OD1 0OD2 OD1 OD2 Serum dilution Sample date Sample Result
A 017 0.18 0.13 0.13 200x Negative
B 009 009 007 008 800x Apr26,2013 Negative
C 230 2.34 0.15 0.15 200x Positive
D 218 215 008 0.9 800x May15,2013 Positive
E 206 1.91 0.14 0.16 200x Positive
F 161 160 009 0.9 800x Decl3,2005 ) firmed patient Positive
G 230 2.35 0.08 0.09 800x Apr2,2013 Positive
H 0.08 0.08 0.07 0.08 800x Negative Control Negative
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SFTS-N lg -ELISA
STFS Antigen  Control Antigen
0oD1 OD2 OD1 OD2 Serumdilution Sampledate Sample Result
A 0.5 0.15 0.07 0.07 200x Negative
B 009 009 008 008 800x Apr26,2013 Negative
Cc 101 0.99 0.10 0.09 200x Positive
D 043 0.41 0.08 0.08 800x May15,2013 Positive
E 1.02 0.93 0.08 0.08 200x Positive
F_045 044 007 007 800x Dec13,2005 Confirmed patient Positive
G 0.12 0.13 0.06 0.07 800x Apr2,2013 Negative
H 0.08 0.08 0.07 0.06 800x Negative Control Negative
OD{E (SFTS—RVFV)
s HEEH
<05 05-10 >1.0

2006 4 4 0 0

2007 28 21 6 1

2008 49 48 1 0

2009 116 73 20 23

2010 39 37 1 1

2011 29 26 2 1

2012 16 14 1 1

A7 MR A0ERR

59




SFTS

SFTS
SFTS conventional PCR
DNA
SFTSV
1 PCR
conventional PCR PCR
conventional PCR
PCR
SFTSV
PCR SFTSV PCR
1
PCR
multiplex PCR SFTSV  GP
conventional PCR NP
Conventional PCR
RNA PCR
PCR Applied
SFTSV Biosystems 7500 Fast
HB29, YG1, SPL053 3 RNA Roche Diagnostics

conventional PCR

( )
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1 PCR conventional PCR
PCR
RNA 10 RNA
(1 PCR
FTS
Conventional PCR PCR
PCR
PCR
Conventional PCR conventional PCR
Conventional
PCR PCR
PCR
PCR
10 RNA
RNA 100

1,250copies/ml

2 PCR
PCR GP
Texas-red ABI
well rox
Texas-red

rox
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1 PCR 2
No.
NP GPC NP GPC
1 HB29-no dilution 2nd SE+07 6E+07 2E+07 1E+07
2 HB29-10°2nd 7227 7656 8898 12483
3 HB29-10%2nd 513 487 710 880
4  HB29-10'2nd 68.6 62.6 720 133.0
5 HB29-10° 2nd 115 4.0 6.3 8.4
6 HB29-10"'2nd 8.7
7  HB29-10"%2nd
8  YG1-no dilution 1E+07 2E+07 1E+07 1E+07
9 YG1-10° 8611 11827 11039 17910
10 YG1-10? 800 782 1033 1839
11 YG1-10* 69.1 55.6 102.2 162.3
12 YG1-10° 12.0 12 3.2 154
13 YG1-10* 55
14 YG1-107?
15  SPL035-no dilution 1E+07 2E+07 1E+07 2E+07
16  SPL035-10° 6289 3950 6672 6832
17 SPL035-10° 548 383 571 686
18  SPL035-10! 723 30.8 89.2 654
19  SPL035-10° 120 17 10.7
20 SPL035-10" 0.6
21  SPL035-107?
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2 RealTime RT-PCR Conventional RT-PCR

RealTime RT-PCR

Conventional RT-PCR

NP (single)
No. Sample primer set 1  primer set 2
copies/reaction
1 HB29-no dilution 2nd 19618812.0
2 HB29-10% 2nd 10793.9
3 HB29-10% 2nd 936.2
4 HB29-10' 2nd 1318
5 HB29-10° 2nd 257 — —
6 HB29-10" 2nd — —
7 HB29-1072 2nd — —
8 YG1-no dilution 10273722.0
9 YG1-10° 11627.0
10 YG1-10? 1038.3
11 YG1-10* 68.9 -
12 YG1-10° —
13 YG1-10" — —
14 YG1-10? — —
15 SPL035-no dilution 10512762.0
16 SPL035-10° 6595.2
17 SPL035-10? 544.2
18 SPL035-10" 949 -
19 SPL035-10° — —
20 SPL035-10" — —
21 SPL035-1072 — —
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