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1 RNA extraction method from

Mosquito
ISOGEN extraction
Put a mosquit into |.5ml microtube
| +Virus stock 100yl
Homogenize (on ice) <*+——— @
+ISOGEN-LS 300pl
+DEPC  100pl mix
Room temp. for Smin
+Chloroform 100pl,
Vortex for 30sec
Store at 4 °C for 5min

Centrifuge at 14,000rpm, 10min, 4 °C

Take supernatant intoanother tube

+Isopropanol same volume
+Ethachin mate 3pl
+3M Sodium Acetate 16.5pl, mix
Store at room temp. for 20-30min
| (or 4 °C overnight)
Cem’:rifuge at 14,000rpm, 10min, 4 °C
Discard supernatant without pellet
| +75% Ethanol 90u1
Centrifuge at 14,000rpm, 10min, 4 °C
|
Discard supernatant without peliet
| +99.9% Ethanol 901
Centrifuge at 14,000rpm, 10min, 4 °C

Discard supernatant without pellet
Dry up (not completely) @
+DEPC 100pl
(+RNase inhibitor 1U/ul)
Store at 4 °C for 30min

RT-PCR

Heat treatment

(I Boil at 100 °C for 5min

QIAGEN purification

@ Dry up{not completely)

+DEPC 10p
(+RNase inhibitor 1U/pl}

Store at 4 °C for 30min

+RNase free water 90ul

+RLT 350ul

+Mercaptoethanol 3.5ul

+99.9% Ethanol 250ul
pipetting

Apply into RNeasy mini spin column

Centrifuge at 10,000rpm, 15sec

Put column into another collection tube
| +RPE 5001

Centrifuge at 10,000rpm ,1min

Put column into another collection tube
Dry column for 2min

| +RNase free water 50ul
Store at room temp. for 10min

Centrifuge at 10,000rpm ,lmin

RT-PCR



2 Modified extraction method in case of using the supernatant
of mosquitoes homogenate

Put a mosquit into 3ml] glasstube
| +Virus stock (100ul for 10 mosquits, S00ul for 50, 1,000l for 100)
Homogenize (on ice)

Cent|rifuge at 14,000rpm ,10min ,4 °C

Take supernatant into another tube (Take 250ul for 50and 100mosquits)
+ISOGEN-LS (300pl for 10 mosquits, 750ul for 50 and 100 mosquits)
+DEPC  100u] mix

Room temp. for 5min

+Chioroform (100p1 for 10 mosquits, 200ul for 50 and for 100}
Vortex for 30sec

Store at 4 °C for Smin

3 Detection of DV1,2, YFV and JEV by RT-PCR

Lane No. Virus con. {pfu/tube) Primer
1 Marker
2 DV1 YF-1.3
3 DV2
4 YFV(17D)
5 JEV
6 DVl DC-1,2
7 DV2
8 YFV (17D) YF-C10,810
9 JEV JEBK,JEER



4 DVI detection from infected mosquitoes stored at room temperature by RT-PCR

Ae.aegypti

Ae.albopictus
1

Lane No,

1
2
3
4
5

Marker
0 hrs
6 hrs

12 hrs

24 hrs

Lane No.

6
7
8
9
10

2 days
3 days
5 days
10 days
DW
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& 1 Sequence of synthetic oligonucleotide primers,

Primer code Sequence (5' to 3" Product (bp) References
YF-1 GGTCTCCTCTAACCTCTAG YFV 675 Rice et al.
YF-3 GAGTGGATGACCACGGAAGACATGC DV1 534,618 1987

DV2 541,628

JEV 673,751
YF-S10 GTAACAGTTACATCGCYGAG 278 Rice et al.
YF-Cl10 AGCAAGAAACATGTCCACCA 1987
DCI TCAATATGCTGAAACGOGCGAGAAACCG 511 Lanciotti et al.
DC2 TTGCACCAACAGTCAATGTCTTCAGGTTC 1992
JESK ATGGAACCCCCCTTC 385 Morita et al,
JEER AGCATGCACATTGGTCGCTA 1991

& 2 Sensitivity of Flavivirus detection by RT-PCR

Extraction ISOGEN

YFV (pf'tube)
YF1,3 10'
YF-S10,C10 10°

DV2 {pfuwtube)

YFi,3 10'
DC1,2 10°

JE (pfu/tube)
YF1,3 10!
JESK,JEER 10




