un# 3
S1E5TLREANTSUIUNISNT RT-PCR UAZNISATIIN serology 1aeAE HAT waz ELISA

3.1 uanmenaldaasnszudunis RT-PCR

3% PCR hiAimenmamansiugnssitlssiim  DNA  (deoxyribonucleic  acid)
MeuiaaINMILiN (amplification) druasiugneniuds Audhidzfamnsansoamans
wugnesufnaden q 18 dhudaatienluazemdmnsluniemeags wasfinmainnld
lunsifiadelsarndanaeaiin Tideafhulsefndownaiice, Toia, Fem, uazils@n
Ussmlusioda  waswuaumend  dwdumitadulsaindeloiameit  decldiaulnd
reverse transcriptase [awAe RNA (ribonucleic acid) i DNA niau itasanidalaFa
aiiudelofalszin RNA 3aBen3anisiian reverse-transcription polymerase chain
reaction (RT-PCR)

§ AT RT-PCR A4 lunns34eiiuda nested RT-PCR Aafinain PCR 2 A ud
axafi1ee PCR W primer Auandnaiy namae nemdasnldnansosaannszuouns
PCR a¥ausnuda finmin PCR afsfiaaslaansld primer anguilsiuansinaann primer gusn
A IRAAA T IdNNsTLIuMT PCR Aftfigasfinuna@nndnsanusn 33ns nested RT-

PCR Az NAMNRNNIZTAINITATIA PCR HINTL

3.2 dumaumsi RT-PCR dwduniensramidalodaiasi
Tuunaruiiazndnteduneurainisi RT-PCR dwsumsmmanidelasandilon
A ez Aty Seiduneuisiely
1. naAiEaLaznIsAuSNAsdansa
Adanmaiildde ﬁﬁmﬂuamaﬁ?;ﬂum‘zﬁqu.ﬁu (@vazaruagluaisazans buffer)
azgnianilu (centrifuge) udaiuaznaudilfannisu (pettet) iguugii -80 2
wades  lunsdidebildinnaireniugnssy SaannsaiuBdrmadananlfiiu
e MIUNINNGY 1 T
2. NSANAAITAULNTTH RNA 109254

: ;o VI Xy o ay¥
Ademmanigniiuliazgnininannansiugnssnaeadaloiawmead Tasldineuazga

qUNIOfa991 35 QIAGEN Femsin “QiAmp" Viral RNA Mini Kit* $eazlians Wugnas
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Uszm RNA Seasfulifigumgi -80 asena@ualunsdindslivlinsafiedd RT-PCR
3. N15LA3EN cDNA (complimentary DNA)

Wunszuoumsiinl RNA  Rareldwdewdy DNA  Taeldiewls]  reverse
transcriptase Gunnszuaunsiian “reverse transcription” Suneutivihenuazgagunsalans
1i3¥% Promega JanmsA “ImProm-11 RT"

4. n9¥h PCR Asaf 1

Yin cDNA Rl#Buna 2.5 TulasamsluiunszununisuFuncs DNA ased 1 Ae
primary DNA amplification 40 78U (denaturing 95 29ANTATEA UM 1 U, annealing 50
DIANTIATEA WU 1 UM, extending 72 aedngadad w1 ) Taeld primer 0 Den
outer! uax Den outer2 faax 0.75 lulAsdmg
S/ALILUAT2Y DNA primer Den outer! Aa 5-CCATggAAgCTgTACQC-3' uar12d Dengue
outer? Aa 5'-gARACAgCAgQgATCTCTggTCT-3'

5. n9¥i1 PCR asaM 2

¥ DNA #lfanmsin PCR afawsnunaenetfunndannimin PCR A% 2 e
secondary DNA amplification 25 98U (denaturing 95 AANTATEA WL 1 W, annealing
58 BIANTATLA WU 1 U, extending 72 asrTadaa w1 w i) 1atld primer 38 Den
inner1 uaz Den inner2 Maz 0.75 lulasans
ATALIUATEY DNA primer Den innerl A 5-ggTTAGAggAgACCCCTCCC-3' Wazaind
Dengue inner2 Aa 5'-gggggTCTCCTMTAACCTCTAKTCCTT-3'

6. NITEIUNANITAIIR

1 DNA Firinunsrenelaanssusuns RT-PCR udalimmageu Tnald DNA Rl
W 10 ‘llasams Auauiy  loading dye 2 ulasAssluusndnanszualniin
(electrophoresis) UY agarose gel WMANAU TBE buffer upy marker udavinluffaudng
ethidium bromide duifluasFecuas reutilimmeguazioegluoy DNA  nelduas
danslilean
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