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Real-Time RT-PCR for detection of West Nile fever Virus (WNV)
(50 reactions)
1. RAEHAMN
#%: HB-213

EREHZHERE RER TN EEBRRALFI RN —MAEELR, TRANERE HfHE R
B K o AR | &2 R AEOIE2022 i CHAPTER 3.1.25. WEST NILE FEVER#R # 4 % 49 % % PCR3|
P An R AT B, R4 B95 35 A3 3k o AR IE A B W KOE K, 5 3 AT IEFAMPEO % |, 373 2 BHQL B4 .

2. BRI &4 Ak

KA EHBRY iR A, BEARELE 1:
% 1: KA &4k (50test/& )

RAEL R R AR
MR H R
DEPC & Imix1 #
SBV 7% 5t RT—PCR B i 750pLx 1 %
BB A4 60pL X 1 4
BE M 4o R Imix1 %
SBV 7 5t B B Imix1 %

(VE: HEFEFAEFZRESEFEN (FEZLHEE DNVRNA BOAARREBRA &) HERH
KRR AL BRI BGR A )

3. BEAXEFHRREH

3.1 HARE: FABREEMNLAEHEXKEIFET ATRIN S AT RSN RNA,
3.2 F M. MG MR ERBAEBE TR, —70 CUTAKBRA, (2508 & RKE Kok,
3.3 mr: KA kAR SR R AR An ok HHATE R

4. ¥ RT—PCR Al
4.1 B %

4.1.1 BEARMAE (ARG EXHAT) .

4.1.1.1 M nANKHHE 1.5 mL Eppendorf 4, e n J#AFE S . T 5 A ayF (A
HE . M EARAETEAAE) , BARIE. G WA G MM R kAT’ A E EEEE
F PCREBM MM, TERBER)

4.1.1.2 H%mN 600 pl RAER, 2 MANBARFEAR, AR, FEXEA 200 plb, —HRE
A%k, FmAN200ul &6, BRY#EER%BES 5s (AL T®A, UamEIAE,
WA VLR FEEEA ), F4°C 12 000 r/min B 15 ming
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4113 541.1.1 #EHEKXKEH 1.5 mL Eppendorf %, A 500 pL F#HE (-20CHA ) ,
AT, B AL 12 48R L ERESEMMNE R, EWERNED R 500, TR
HepE B, BERY.

4.1.1.4 F4 °C. 12 000 r/min X 15 min (Eppendorf & JF 0 R FH A B ML R 7 WMk E ) ,

Nl & B, BIE TROKRAK L, i T RAARCK B A & U KRR B #7735 )5 An X\ 600 pl 75%
O, WEIRE,

4.1.15 F4 °C. 12 000 r/min &% 10 min (Eppendorf #& JF 0 R 8l ol F w g ) , /|
Bl EEE, BIETRAKE, REBETHEE (FRHESAAERKKFRLTIET) .

4.1.1.6 4 000 r/min B 10s (Eppendorf # JF O R F 8] B OHl B F M E ) , BErE R4
REREERE, MNoBElxXEE, AMEMFERELRT, —OHFREA - PR K, BET
EREFHE—W, FERTE3 min, FadTFE, UERNA FE,

4.1.1.7 N 33uL DEPC A&, R4, B ME B LB RNA, 2000 r/min & 5s, Wk ERFE & A
RELH RNA ZL7E 2 h aE4T PCRY 3 ; HFKMRFAHE-T0 CkHF N,

[#HEFEA  (HEEFE L ONVRNA BOERREKAE) ), EFEREGRERER ] .

E: BRI RNASE 2 h ASAT PCRY 3 ; EFFKARFEAKE-T0 CAHE N,

4.1.2 %

4.1.2.1 ¥ #RFES (ERRAWES XHAT) ¢
MR & B AR B B 5Ok RT-PCR ROALAK , BER A4, £ £ & Tatfb)s, 2000 r/min B 5s,

W E A RT-PCRAM B84 n, HF n hpiefE s MMEXEE HE RS, 0880 K

B R R B L 2.

& 2 ARG R R R B &

WA K RT—PCR R RL i B R &4

AE 15 pl 1.0 pL
RAEN RGN H BT EFERANETE, WMABEYERRRET, ToREGHE, AEAN

% HRT-PCRE F &% 15uL, BB EHALEK,

4.1.2.2 ot (FEARALFERIAT) »

AT R ART-PCRE # 2 Al n N E AR B AL IE FRA L. L7 4] & BRNAZE A 10 plL, = %

%, 500 r/minEL30 s, (EMESEARERBER, TUEERITRYERRYUHER)

4.1 2 3 %t RT-PCR &M (&M X #E4T)

H4.1.2.2% F % BPCRAE ik N7 HRT—PCRARM LA, 8 R AF AREZ R )T -

R AL E .

F— B, R#F 429C/30 min;

® W, FAEM 94°%C/2 ming

%= B, 94°C /15sec, 56°C/20sec, 72°C/30sec £ 45 NMEFR, HE(H ) Bk 5 L5 5
RN R G, RFREN T EFCHEH EEE,

4.2 HRHAR

4.2.1 ERAMABWEE  FEEEEN: RAEOES = ERAATEE, DR L 0T A8 5 P bt
Bk EE E k. ST SEETEE PCRAL, ¥ FAM465—510)% | 38 8 2 BUAb ] 45 & |
ABI SLE 4% 5 FAM; 3° BHQ1 # K 3H

4.2.2 REAE

a) PAMXE L Ct/CpEHF BT #dh &,

AEIME: LS X B RS IS 14 56 R E AR 1S4 3 2 3 #E 329
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b) FEEXT BBy Ct/Cp fE B /NT 30, FF HILHA By 58 i %%
C) 4 A M Fn PR X PR R R DL B, R SEER AR R A
423 %ERHE
a) . T Ctpta, ARBAEMT Bi&k, RUHERENHAKE,
b) FEME: Ct/Cp1E<38.0, HMAMBA I Mk, KRR NEYE, &8 W HFLR,
o) Ct/Cp 1B 38~40 Z Mt &AW EM., EA 3K, H3IRCLEHNTET 402, WH KM
M, BH A A
[ERFER]
1. ZRENEDL P AR FRAER, KARE P EF X fn X
2. HERYEHHER, THRXXEA, BRTE, BRUERE, fiﬁﬂﬁﬂ/ﬁ HATERE
3. ARR M, MAERAET LR, J;ff)hﬂwia%%‘%)fafﬁ“%i% DA S TR0 A T B
Je L
4. P P ot BB A2 W BB BLAE S B e R AR T A BB 2R 1~ 2 B
5. RF &AL o bR B R
[#] 50 H0/&

[ 38 5 A% ] % RT-PCR A M Xl & —20CHRF, ARHHN 124MA,

Bl MR 4 7 715 B R JEF OIE Primers/probe (NS2A region of genome):
Forward primer: GGG—CCT—TCT—GGT—-CGT—GTT—C

Reverse primer: GAT—CTT—GGC—YGT-CCA—CCT—C

Probe: FAM—CCA—CCC—AGG—AGG—TCC—TTC—GCA—A—BHQ
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