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2 5 #% A 32 & RT-POR A% 7] £ 3.9 B
Method of the real-time RT-PCR for the detection of Rift Valley fever Virus
(50 reactions)
1. AMEF/A
%5 : HB-210

AR RS Mo A KRR A5, AR — 3T 5 e — R aF bk 69 S A IURILIR A, 4R
HERBHREFANER AR FMLESL, 5L TIMES RN, K409 5 5% F 3355
HARIRT R 693 &, 4o 57984710 FAM 3 A%, 3'3% 2 BHQL 4. AiX 7| & &1k ¥#% OIE Terrestrial
Manual 2018, Chapter 3.1.19. — Rift Valley fever 4 = 698 & 4R /E X F .

2. AFELR

RFNEHR O IEBBRRY 3R FH . EARARALE 1:
% 1: KH&mm (50test/ &)

K& E R RS AR
AZER Y 35K «
DEPC & Tml X1 %
2544 3 56 RT-PCR BUK i 750l X 1 %
B A4 60L X1 &
A b 2o R Tml X1 %
N S AT ) Tml X1 %

GE: EHAE AR # i 71209 (mF A B 4 DNA/RNA 3 4 AR BRI &)
3. HARE, ARAER

3.1 HARK: PTRIAF S LME S ERAIBT.

BTl B 4 shAhdnik . 205U 35 BAR K 5 Sb P B Hom AR 694,
3.2 Bk B Sh R A B R BAZER BEATA M), —70 CVATF 7T KR4, 125 8 % R & ak,
3.3 id#y: KRR KRE RO K R E I TR

4. 35k RT-PCR #W)
4.1 FAE 7 ik

411 R E (EFEARERBT) -

4.1.1.1 BnAXKE & 1.5 mL Eppendorf &, HE P n H#kitEs, MEXTRE A AETEGF/R (AR
SRR, PAMET B ARF &P CARd) , BiRit.

4.1.1.2 HFEmN 600 pb Eftik, 2 AmABAEFA, TR, TR E 200 ub, —H# A
BR—ARk, BAAN200ul &7, RABERSHRID S5s (RaETIRIL, AL FEINE,
A AR FHERSY) , F4°C 12 000 r/min &3 15 min,
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4.1.1.3 R54.1.1.1 AR HK S KH4 1.5 mL Eppendorf %, #wA 500 pl FHEEE (-20°CH#A)
MARIT. A4 1.1.2 & F PR LiFRES EMpEE Y, LFRE ZE VAR 5000, i8R
b AR, SENIR D

4.1.1.4 T4 °C. 12 000 r/min & 15 min (Eppendorf & O fR#F#HH St T HmxE) , >
S & BF, B E FTRORKL, BTk OR B A S AR KR # 77 ik F) 3 w600 ul 75%
LBE, AR skik

4.1.1.5 ¥4 °C. 12 000 r/min &+ 10 min (Eppendorf & FF QR +&F A H SHsFsh Z @4 E) , b
S B, BIETRAKKLE, REBTFRA (RRAESALERKERRRT ET) .

4116 4 000 r/min % 10s (Eppendorf & O fR4FM B S sh T E) , BEHE LK EL
BARRBE R, Dol EEE, AMERERKELRT, —OHERERN—ANRK, BRERE
B AR — &, FETKEE3 min, RAgidTFRE, A% RNA KRR,

4117 HA33 pL DEPC K, #42%4, @%%ELMWAZOMrmm%@5S,%L%@%
. #IAIRNAZRAE 2 h 4T PCR 3% 5 KK AMAE-T0 CkiaA,

[EEE A ( (mFA R DNA/RNA B HERRIGRF &) ), 2 H51@kESHRBER] .

E: RIARNASAE 2 h AT PCR 3% ; 2 FKPRAEMAE-70 CAFER.

412 A

4.1.2.1 XM AL (ERZRSHBLF R -

MR T & B 48 2 69 5% & RT-PCR RUR iR BER&4, £ F& T akibE, 2000 r/min &5 5 s,

T E 5 X RT-PCR &M A n, HF n At s, MR ERMRaF, B4 BNK R

BAK A B A 2:

R 2 FAH KRR R B A

X RT-PCR B i& B A4
AZ 15 ulL 1.0 uL
ARABE M XA S a9 M T HAFE AR A=, WARE SRR ET, ZoREHY, mEN

% XRT-PCRE & ¥15uL, #45EH AT,
4.1.2.2 b (BFARERXH#LT) -

1 &% 6952 ART-PCRE W 2 Al de N LR 4 KL 32 4 4. 1. 1. TP | & 49RNAZE ik 10 uL, £ %
E&, 500 r/min# 30 s, (fFAMMNBREEZRBER, TRAERITRBGABR LK)
4.1.2.3 %K RT-PCR #0] (E#4M X #4T) :

¥4.1.2. 2% H3 5 09PCRE XN 32 ERT-PCRAZMIAL A, 18 T4 AAEARIRF o

ViEZS Sant &

F—M 8, R#F 45°C/30 min;

% Mg, LM 95°C/2 min;

=M, 95°C /5sec, 57°C/35 secEAbNPEIR. o R AAE A F = BLA R AR Y57 CIE A
H#:‘&f
RIAR M 25 R G, ARIBACE GG 5Lt K ACt{aF) € & XK.

4.2 RAR

4.2.1 XM &R wﬁ¢£@M AR R R B RS T IR, uﬂﬁ%mﬁﬁﬁmﬁ
I RE S A7 3w & A R S B M 3T %818 % K PCR AL £ FAM (465-510) i) i i 435 B AS M| £
ABI L3 FAM L% L ER A H.

4.2.2 RiFEtwA

a) MAMEXTREAL Ct/Cp 1A A 38 4%,
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b) FapExt e Ct/Co /AR /T3 F 30, iR a3 45k &,

c) o IR PEFe fa ik 3t BE R R VA LA BORSRIEAL A LA

4.2.38RA%

a) MM: £ Ct/Cplh, ANy EHE, KAKESAAMR

b) MpE: Ct/Cp{A<<30.0, H M BAIG &, kTS H MR,

c) Ct/CpfA KT 30.0, AEAAMGYIEHZNHRRENEIR, LRMEN ELRLZERE, FIAM
P, ) R

[z&FA]

1. FREREVHPEAR: BRAER, R RAWEF XA X,

2. SRMBHAHER, REXER, BRLFTE, BNERE, Q#Wﬁlﬁakﬁmio

3. DERREZNT, RREBLFEAL, ENAEEREEREERATER, UAR LMW A RE
L TN

4, TaPES R ARIAT N AN R ARG R ARG 1~2 £,

5. XA &P &My MR R E K ER.

[#4] 5040/&

[e@ 5 A 240 ] 328 RT-PCR 4 iX 5] &-20°CH A, A A 12 A4 (5mF 4 H 28 DNA/RNA &
ING SR AF P EEW 'J/\>> E/ﬁ/]’%ﬁ
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