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Method of droplet digital RT-PCR for detection of Japanese encephalitis
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B KR E MBI T RT-PCR TS E

1 SeE

ASHEIE T LR A 55 (Japanese Encephalitis Virus, JEV) i REUFRT-PCREG I A 1E 5
e
ASCAFIE FH TR H R | LA AR Hh 2 TR i 48 9 7 e % B 38 W e A% R PRI S DU

2 HEMSIRAXH

I HNSCA R R P S SRR RS S| TS BAS SRl ANRT D R 25K B, 3 HL I 51 A S A
A% H IR B AR AR & T T A SO AN FR 51 SO, ook (BRI B s) SR T4
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¥y RT-PCR: ¥ bt B A meE A M (digital reverse transcript polymerase chain reaction)
BHQ1: %A K34l (black hole quencher-1)

FAM: 6-%:%t % (6-carboxyfluorescein)

RNA: ¥t (ribonucleic acid)

5 [RiE

i 2% 7PCR (Droplet Digital PCR, ddPCR) F3 A Ji B ] F i (B ACKE — 63 S N A 2270 Bk
BT NTH R R HEAT 2 BEPCRAGN, AN _E R A% 4 EmPCRIN — Uk N AR AT AT, 32 =
AN P R ABORERRGHE I o Tolif A 2E 48 W] LUK R — A0 3 SR R 00 BT N ST AN T i, Rl A
BEE S AN BRI T o BN AR — AN AL IPCRY IS A R, fEPCRY™IE{X £
BEAT A S PCRY ™8 o R IR 20 BCE XM AT R, A 9O6E SRR AL, BUA 7Ot
BT AR N0 SRR TR A i B DA SRR RGR R LB, T S AR RS 201 IR R B DKL
AR SR IR S B | AR E AT B RT-PCRY 8, Wi X 2 4 ki 9% 93 83 A% B R AT RS DU«

6 RFISHR
6.1 S|4FnIREr

EWEs14 JEVF) ¢ 5’ - ACCAAGAAGTCTACGTCCAATATGG -3’
g (JEVR) : 5 - TTGGACCGACACGGATCTC -3’
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#4 (JEVP): 5’ -FAM-TGCACGCGGACCAGGCATTC-BHQ1 -3’
6.2 1ZEEIRENA T

HEHUE G PR U RNA AP &, 85 200 Hofh RNA ST .
6.3 ¥ F RT-PCR R iR

AN F R 50807 PCR -6 1 Ui W i OHAERZ IO 87 RT-PCR SNl &, BRAF R oA
SRR o

7 UEERE

7.1 UREWZAHE,

7.2 T PCR ¥ &
7.3 iRk,

7.4 A EOHL
7.5 YAWTEERS.

7.6 IRIEEGI

8 RIELR
8.1 MEREREH
REWILEY) . ARSI e ) U, B RR s I ss,  BARESRIZIENY/T 5414047 .
8.2 #Emmilhi®
8.2.1 fX4ALR

HUE B IH AN, %10 I APBS, B THLWE S w0 . o E G e, REE
fh37%, 10000 r/minE.0o5 min, HU BiEBE LHEEOE T,

8.2.2 Ik
B R M3 LA2500 r/min 505 min, B HMEELH B OE .
8.3 RNA fZEX
F2 B8 P A U 9 BERNASR IR ) & U AT S, BCHA SR RNASR IS V5 o
8.4 MR EF RT-PCR 4187555
8.4.1 UM F RT-PCR A RECH|

o N T RT-PCR 4 K RECHIFLE 1 Fivs. 12BN R S o N80 PCR T & #1338
FSHEAT A
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& 1 MUE#F RT-PCR ¥ 18k &

5wl LIRS AR
ARG / 8 uL
JEV F+R (10 pmol/L) 0.9 pmol/L 1.8 uL
JEVP (10 pmol/L) 0.25 pmol/L 0.5 uL
RNA #iiR / 2 uL
TeA% G K / 7.7 uL
RAER / 20 uL
A AR AT PCR F & AT SEIRRT, SAKEE AR AT PCR “F & AR B4 R 10 20 7 AR 4R A1,
T A LR EARE
3 T N3 RT-PCR #3151

8.4.2 HUBERM. BF RT-PCR 1 R 4R ITH

S SR A P A A AL A T B AR R AT R A e PR A R, AT R Ay RT-PCR
I, SO PR FAM BUO6EIE, Bl AT RT-PCR §M L7 143K 2 B
% 2 UM EF RT-PCR ¥ 1E1E/F

H IR T FREEt[A] TEIREL
1 50 °C 20 min 1
2 95 °C 10 min 1
3 95 °C 30s
: 40
4 55 °C 1 min
5 98 °C 10 min 1
6 12 °C 60 min 1
TE: THREIRIE AR E N 2.5 °Cls.

8.5 UM\ RT-PCR X RZAYXTHR

EBATHOH A BT RT-PCREZIG IS, N EBHMEN IR, BT IR 52 X 8. & LAY 400 &
FIRNAVE PR TR FH AR B Y 2 BY i 4 955 R sh W0 B S IR REJE R ZH A N BH TSI T TEAZ B2 i /KA
ATEANIE . HXRRT-PCRY A R, Bt sh, HR4H /7 FIRT-PCRY L7 58.4.1F18.4.24H [ .

9 RN
9.1 SCUGRRIISMH

ol AT RT-PCRY IG5 R, A B BAHIR T B BUR EL60 %o FAPEXTIRANAS FXHIR A R
AL BAVE R, B TR B R B R GRS . AR PE DIBOREZ =10 #5 U1/uL,  MISEE6 RROT

9.2 HEEKRE

Tl s RT-PCRES SR, B (ol AT BA A e B S 30, BRAELBEAE FH P A B AP Bl 20 I )
X35
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9.3 HRHFE

9.3.1 [AM
Pt P R AGE H PR SGRG A e B
9.3.2 PHM

FE i rPAS U PR fG , FLBH A RS DUEOR B =3 45 Dl/ul, U0 A PE M
9.3.3 BMFEM

Pt RO B PR fGRE B AVERZ IR P DUBORE <8 #5 DU/uL, WIFE R4S, & SAG 4SS RAAS I B 1k
T, HIE RAPE, 75 WAL E A .

10 EPPREEK
R AR 9 B (W A 2 A B R 4% RAGB 19489 S0 =8 AR 42 4 1 F BRI AT




