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QIAGEN RNA E
JEV-JaGAr 01 978 2,477
SuperScript One Step RT-PCR
Invitrogen 1
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PCR 1
1 381 bp JEV-JaGAr
01 2,097 2477 2 326 bp

JEV-JaGAr 01 2,124 2,449
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24 ? PCR
Vero 9013 PBS JEV PCR 2
2 2%
Eagle MEM 900 pL 162 bp JEV-JaGAr 01 5,739 5,900
100 pL 2
37°C 5% JEV-IgM
CO, 95% Air 7 HI
CPE CPE JEV-IgM capture ELISA
Vero JEV-IgM ELISA
9013 1 2
JEV JEV-IgM P/Nratio 2.00
CPE
RNA NS3 2
1 One step RT-PCR

<primer set> JE8K-S 5° ATGGAACCCCCCTTC 3
JEER 5> AGCAGGCACATTGGTCGCTA 3’

< >
volume final conc.
2x Reaction Mix 12.5 pL
primer JE8K-S: 25 uM) 0.2 pL 02 uM
primer JEER: 25 uM) 0.2 pL 02 uM
SS  /Platinum Taq Mix 0.5 pL
DW DNase/RNase free 10.1 pL
extract RNA 1.5 uL
total 25 uL
2 2nd PCR

JE8K inner-S
JEER inner-C

< primer set >

5" ATCGTGGTTGGGAGGGGAGA 3
5" AGCACACCTCCTGTGGCTAA 3’

JEV-JaGAr 01 2,097-2,111
JEV-JaGAr 01 2,458-2,477

< >

temp. time cycles
53°C 15 min. 1
94°C 2 min. 1
94°C 15 sec.

53°C 30 sec. ] 40
68°C 1 min.

68°C 5 min. 1
4°C 00 1

JEV-JaGAr 01 2,124-2,143
JEV-JaGAr 01 2,430-2,449

> < >
volume final conc. temp. time cycles

10x EX Taq Buffer 2.5 pL 94°C 5 min. 1
dNTP mixture (25 mM each) 2.0 uL 0.2 mM each 94°C 15 sec.
primer JE8K inner-S: 25uM) 0.2 pL 0.2 uM 53°C 30 sec. ] 25
primer JEER inner-C: 25uM) 0.2 pL 0.2 uM 72°C 1 min.
TaKaRa EX Taq HS 0.125 yL  0.025 U/uL 72°C 35 min 1
DW DNase/RNase free 18.475 uL 4°C o |
1* PCR products 1.5 pL

total 25 pL

1 JEV
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<primer set > JE-NS3-1S 5’ AGAGCGGGGAAAAAGGTCAT 3’ JEV-JaGArO0l 5,739-5,758
JE-NS3-4R 5> TTTCACGCTCTTTCTACAGT 3’ JEV-JaGAr 01 5,891-5,900

< > < >
volume final conc. temp. time cycles

2x Reaction Mix 12.5 uL 50°C 30 min. 1
primer NS3-1S:25uM) 0.2 puL 02 uM 94°C 2 min. 1
primer NS3-4R: 25 uM) 0.2 puL 0.2 uM 94°C 15 sec.
SS  /Platinum Taq Mix 0.5 pL 53°C 30 sec. ] 40
DW DNase/RNase free 10.1 uL 68°C 1 min.
extract RNA 5 pL 68°C 5 min. 1

total 25 uL 4°C 0 1

2 JEV PCR

< anti JEV-IgM capture ELISA >

—_—

) Dilute positive control sera, negative control sera and samples to 1:100 in PBS-T (PBS with tween 20)
with 10% Block Ace (DS Pharma Biomedical).

2) Dilute anti Pig-IgM (BETHYL) to 1:100 in Carbonate-Bicarbonate Buffer (SIGMA).

3) Add 100 pL of diluted anti Pig-IgM to each well.

4) Incubate overnight at 4

5) Wash wells 3 times with PBS-T.

6) Add 100 pL of Block Ace to each well.

7) Incubate at 37 for I hr.

8) Wash wells 3 times with PBS-T.

9) Add100 pL of diluted positive control sera, negative control sera and samples to each well.

10) Incubate at 37 for 1 hr.

11) Wash wells 3 times with PBS-T.

12) Add 100 pL of JEV (JaGAr 01 strain) inactivated antigen to each well.

13) Incubate at37 for 1 hr.

14) Wash wells 3 times with PBS-T.

15) Add 100 pL of 6B6C-1 MAb (HRPO-conjugated anti-flavivirus IgG) to each well.

16) Incubate at37 for 1 hr.

17) Wash wells 3 times with PBS- T.

18) Add 100 pL of OPD (SIGMA) in Phosphate-Citrate Buffer (SIGMA)

19) Incubate at RT (room temperature) for 20 min under dark condition.

20) Add 100 pL of stop solution (1N H,SOy,) to each well

21) Read OD 425nm and calculate Positive/Negative (P/N) Ratio.

P/N Ratio= (OD425 of sample serum) A(OD425 of negative control sera)

P/ N RatiolJ 2.00 is determined to positive

3 JEV-IgM
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1 2014 HI 2-ME
HI 2-ME
10 10 20 40 80 160 320 640
7/1 10 7 3 100
7/15 10 10 100
7/29 10 10 100
8/5 10 8 2 100
8/12 10 5 4 1 100 0
8/26 10 4 4 1 1 100 50
9/2 10 9 1 100 0
9/16 10 7 2 1 100 100
nininlinln O JEV-IgM 0O2-ME
10
8 L
6 L
4
2 : H
0 I 1 1 I_I 1 1 1 | | I 1 I_I 1 I | I
1 2 3 4 5 6 7 8
7/1 7/15 7/29 8/5 8/12 8/26 9/2 9/16
4 JEV-IgM 2-ME
PCR NS3 162 bp
2014 HI 2-ME 4 6
1 JEV 2 3
2014 7 1 10 3
HI 100% 8 26 10
10 HI 40 13
2 1 50% 3 2013 JEV
2-ME 6 9
JEV
JEV
JEV 2014 JEV-IgM
8 5 9 16 1 JEV-IgM 2-ME
JEV 4 2013 7 29
1 JEV-IgM
Vero9013 CPE 1
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8 26 2-ME
HI
ELISA IgM
2014 7 1
8 26 1
2-ME
2014 8 5 9 16
JEV
729
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1) HI 50 2-ME
2) PCR
3) IgM ELISA

25 7 30
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