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E Sl g™ (75, 45, 9%,
(Homogenizer)
4z ¢4 7d 2
RNA == 2HOI Z AL HIIME =M
- MagPurix viral Nucleic - g
g, , , Nested RT-PCR EO0|fTX EE Al
Acid Extraction Kit
ch AlEUE %
O (ME & B/7) AET] MAX" MY = Eg|7a XS ALEsto] & st
EXNETIE T LY LHEHCHER EFSID MFo ¢ £
TEX|, Y, M, &H=E, ot S oM s=0| ol MECiekMol =2 X
" EZlololo|AE 0|35l O|MSIEIAE FFET| ROUMZE &

O (ZA) In VIRUS TECHAFS| 3mm Reinforced Bead7tl EH U= &M tubeol
T 2 wg cpEz ERot EXEJIE ot Fof o2t F e
(Pooling)st® affE PBSE HA7tgk. I = Automatic homogenizer
6,500 rpm2 2 20X 33| HtE Zz5t0] =T A S e
eS| PBS A8
aek oHAl 350pL 700pL

45 1~20t2] 3~5042]
*= 1~150t2] 16~300}2]
"5 1~500}2] -
O (AEY 22]) 4C, 13,000rpm, 3min A Ez]
O (RNA =Z) MagPurix viral Nucleic Acid Extraction Kit& Al23H RNA F£&

O (™AL Z AL Nested-RT PCR



¥ Nested RT-PCRe| Hts =71 3 HESH =M
® ZE ug =¢
SFTSV SFTSV TBEV TBEV
RT-PCR(1A}) PCR(2X}) RT-PCR(1X}) PCR(2X})
50°C 10 min 95°C 3 min 45°C 30 min 94°C 2 min
95C 3 min 95C 20 sec — 94C S min 94C 20 sec —
. 95C 30 sec —
95C 20 sec — X 27 52C 30 seo X 30 62C 10 sec X 30
60C 20 sec xX30| 58C 40 sec __ | o . 68°C 20 sec __ |
72TC Tmin __ . .
72°C 40 sec __ 4°C holding 79C 5 min 72C 5 min
4°C holding 4C holding 4C holding
kML= (PC) : 218 bp
SFTSV : 530 bp . B}
- 1Xt 1 825 b 2AHTBEV) : 477 b
s oot STVl boot i ofs | Y g (TBEV) P
L mARHS 97| 2
@ 3% z=N
SFTSV SFTSV TBEV TBEV
RT-PCR(1%}) PCR(2%}) RT-PCR(1%}) PCR(2%})
5x RT-PCR mix 4 uL 2x gPCR mix 10 uL | RT-PCR Premix = 12.5 uL | PCR Premix -
nd . , Forwar
st . 2" Detection 1 uL | Forward Primer 1 uL , 1 uL
1°" Detection 1 uL Primer
Reverse
1%! product 1 uL Reverse Primer 1 uL , 1 uL
Template RNA 5 uL Primer
20x Loading dye 1 uL Template RNA 8 uL 1t product 1 uL
Water 10 uL
Water 7 uL water 2.5 uL water 17 uL
Total 20 uL Total 20 ul Total 25 L Total 20 ul

(AR AloH]

1. Clear-MD SFTSV Real-time nested
RT-PCR detection kit

[AFS AlSF]
1. 1&F RT-PCR: HyQ one step RT-PCR premix kit
2. 2X} PCR: Maxime PCR premix, |-taq
3. M=+ =zlo|H
(1X} Forward Primer, Reverse Primer)
(2Xt Forward Primer, Reverse Primer)
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Pathogen Primer Target size Nucleotide sequence (5'-3')
913(F) TGCACACAYYTGGAAAACAGGGA
1x} 825 bp
1738(R) TGGCCACTTTTCAGGTGGTACTTG
TBE
1192(F) CAGAGTGATCGAGGCTGGGGYAA
2%} 477 bp
1669(R) AACACTOCAGTCTGGTCTOCRAGGTTGTA
v TBEQ| A% At=2st=El AAF Z|EJF @10 Z2l0|HE M Ztsto] Al
v SFTSe| A% Mzt =2lo|HI} ot 2l AZ3El HAF F|EL| HIZH AlS

- 7ML EM(Sequencing) 2|2
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A FRERAR, &, I S FAEE AT s
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2. AAEY] AR $37 AA

6216vte] o] FX=7]2 F 315709 HF HAAS LA, A dA= A3 2 fA#
T 5 =]l HAA A AAE Ageanh. HAA= SFTS (Severe Fever
with Thrombocytopenia Syndrome) Virus¢} TBE (Tick borne encephalitis) Virus= 3%
Hlole] 9] BolfHxt T2 A= 223l Primer’} Target F+3AF o]£]o] 7]
Mol &5 H5ol4 kg5 Fo]7] 913 Nested RT-PCR 2= A& e}3ivt

Nested RT-PCRe 33t 5 H7]d5S Alade A, obef [3E3]% o] 31539 FHg
HA B SFTS Virus ¥ TBE Virus 5ol 2= B4 Z 0]t}

[#3] 4B LA FHE 24 23

HUEI|0R7H =S AAH 2K
HS 2l (Month) E 24 (Pools)
SFTS Virus TBE Virus
1 3g 13 =4s =24E
2 48 31 =4 =24E
3 5¢ 30 =4s =24E
4 68 44 =4 =24E
5 78 59 =4 =24dE
6 8 63 =4s =24dE
7 9& 37 =45 =24E
8 102 34 =45 =2dE
9 1€ 4 =45 =4E
- A 315 T 248 s E4ds8
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