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BG-sentinel trap= O[&%t AT OfA|

O(=7]94f) 2mL & FHO FE E7H £27|5 Hd 30704 ¢
RDL buffer 350ul & #7}skal Automatic homogenizer(Bertin Technologies)
of @il 7,500rpm, 30=% #&3F &, Vortexingstil 107 A X%

OC=d Eg)) 4C, 13,000rpm, Imin Y&
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Screening Test

PCR Premix Reaction mixture HotE

premix 15 pL

Template RNA 5uL

Total 20 uL
Eeoa“ “le_'tjime'ECkP?:gvﬁE'(\:f’/oéﬂﬁ)/ RT-PCR cycle Temp. | Time
leycle cDNA synthesis 50°C | 30min
Inactivation of Reverse transcriptase 95°C | 15min
Denaturation 94°C | 15sec
45cycles Annealing 58°C | 20sec
Extension 72°C | 30sec
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Screening Test

PCR reaction mixture HtE
2X gRT-PCR Master mix 10 pL
Detection primer mix 2uL
Template RNA(sample) or Control 5uL
Water 3uL
Total 20uL
RT-PCR cycle Temp. | Time
1eycle Reverse transcription 50°C | 15min
Enzyme activation 95°C | 10min
Clear-MD® Denaturation 95°C | 10sec
Flavivirus Real-time 45cycles Annealing 60°C | 15sec
RT-PCR detection kit Extension 72°C_| 10sec
(INVIRUSTECH) Signal reading 80°C | 30sec

- Amplification plot &40iA E0l= HEA|1'20| HO[A E0[AE

2IX| primer dimerLt H|SO|MEQIXIE LS| Qs Che =HRE

melt curve analysis(8SIEMZANE =
Melt curve analysis Temp. | Time
Denaturation 95°C | 30sec
60°C | 30sec

Melti

eHtng 95°C_| 30sec
Cooling 25°C | 30sec

- 1 cycle OFCE 0.5°CH 22 1027t RX|SHH FEA|DE S

Q (Verification inspection) Conventional RT-PCR%13

Verification inspection

PCR reaction mixture "ot
2x PCR mix 10 yL
Nested primer mix(sequencing) 2 L
DNA template (1st PCR product) 1 L
Water 7 uL
Total 20 pL
Clear-MD® "
Flavivirus Real-time PCR cycle R Ten°1p. Tlme
RT-PCR detection kit 1cycle Eng/metacti[\-/anon Zgog 33(;71”1
enaturation sec
(INVIRUSTECH) 10cycles Annealing 50°C | 30sec
Extension 72°C | 20sec
Denaturation 95°C | 30sec
20cycles Annealing 60°C | 30sec
Extension 72°C | 20sec
- Store 12°C 0

Q Sequencingl. & FHF ®HUA &<l
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Ha7|2¢C) 2 dAZ+Z(mm)

20204 20214 2022 2020'4 20214 2022'4
38 8.7 9.8 8.7 41.1 159.2 115.9
43 11.4 13.6 14.3 67.9 82.2 69.5
52 18.2 17.6 18.8 110.1 116.9 0.9
62 23.0 22.2 22.7 2342 101.7 121.3
78 22.7 26.2 26.5 587.5 359.3 218.0
8 273 26.0 26.3 356.7 320.2 157.3
9¥ 20.7 21.9 21.8 200.0 122.4 166.6
108 14.5 15.9 15.1 28.6 46.2 223
11 9.1 8.4 9.9 25.6 443 87.8
da 17.3 18.0 18.2 183.5 150.3 106.6
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