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Method of the real-time RT-PCR for the detection of nipah virus (NiV)

(50 reactions)
1. AMEFHA
5 : HB-304

Jehh ik E B T R R H AL T iR R AR AL AR RNA A, TR —AHAIIMAT L E
MR R BEER (Nipah virus disease, NVD) |, =& @b A XAk, LEFHpooEE, HRIE
)”U]’é?%ﬁ-%.%iﬁﬁﬁf’] Ak 3 AF e 5 Ao de— S AE M 69 R A IARITIR 4T . IRATEY 5 3R Ae 37

PAARIC AR I L FE, 5 mARIC FAM R A&, 373842 BHQ1 #54F. AXH &R AF T ik
SN/T3954 2014 (B3 0 & B J&E & RT-PCR A= 52 B 32 % RT-PCR 4 7 &) A & 84K,

2. KA ELR

KA SR ELIEM R 3K . EAREm ALK 1:
Z1: KAl&mmk (50test/&)

XH &R RS AR
ﬁ%ﬁmﬁﬂ R R 15ml X2 %
(REE P ZXKGLH)
MER Y 3R F
DEPC 7k Tml X1 &
NiV 32 5t RT-PCR A i& 750LL X1 %
B Adh 60pL X1 F
T b 3o BB 1ml X1 %
NiV 32 &t g Tml X1 &

GE: EHAE AR #7120 (53 A B4 DNA/RNA 3 4 AR BUR F &)
3. HARE, ARAER

3.1 HARE: FTABMEMLMESERA BT,
RTARMZAFA (Gedik, A&, BRTE) FRMRBERNA. 3 R T8 FAT & ok,
RS AN B F R, A RAER A L 4°CYL3000r/min &5 10min, JNSBF LB IRAK,
PG 29 250l i, HFRAETEMAITI. "BHERTF R LB TR F R AR
3.2 Bk M du KA EAR BB HATAAM, ~70 ‘CAT T KRR EG, 1288 %R 5 Adk.
3.3 &y R A kE RIE KK ENHAITIER,

4. 3% % RT-PCR %W

4.1 M7k

411 R (BHFARERET)

A FIHHE: bR AR X B VRS I A 14 S h 4R i A E PR 1 S8 3 2 329 =
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4.1.1.1 BnAXKHEH 1.5 mL Eppendorf % £¢nﬁﬁ%ﬁm\miﬁm%miﬁ%%%(mr
3 RE . PP R IRF & AR Mﬁﬂo

4.1.1.2 HEHN 600 pL % %m,\mmAﬁﬁﬁﬁ\mﬁﬁ%\Mﬁﬂ%%mom,f@ﬁ$
R —ARK, BN 200 ul 545, BB LERHRO 5s (R TR, AL = A5 E,
LIV FEER ) , T4°C 12 000 r/min &5 15 min.

4.1.1.3 B54.1.1.1 A% E KA 1.5 mL Eppendorf &, #mA 500 uL % AEE (-20°C#A) ,
MARIT. A4 1.1.2 & F P LiFRES EMpeE Y, LFRE ZE VAR 500uL, i8R
&b A&, BENR S

4.1.1.4 T4 °C., 12 000 r/min & 15 min (Eppendorf & O fR#F#H H St T HmxE) , >
@beﬁ@E%ﬂ%%id#ﬁmﬂxﬁﬁmﬁ&ﬁ%%%@%ﬁé+)%Awmmﬁy
LB, AR skik

4.1.1.5 T4 °C. 12 000 r/min & 10 min (Eppendorf & FF 0 R FH St T HxE) , >
SfE - BE, BIE TARAKKE, RELFiRA (RRAFSRAERKERRNT ETF) .

4116 4 000 r/min %+ 10s (Eppendorf & O AEH B Sstsh G E) , HE 8 Ligks
BARRE BRI, ol R, AMERESBELAT, KRR —ANRK, BERE
B R iE—®, £2FE3 min, REEiTTFFHE, L% RNA RIE.

41.1.7 %A33MDHC$,%%%7,@@%*i%RM,Z%OHmn%@5S,%i%ﬁ%
M. #2ILEIRNAZRAE 2 h 4T PCR 738, & KK AMKE-70 "Ckiam,

[HHEER  (HELEZDNA/RNA B OHEARBEFE) ), ZHRRESARBRER] .

E: RIBARNALAE 2 h A#ATPOR 738, BFEKMPRAEMAE-70 CAFERN.

412 %

4.1.2.1 I3 A& (ERZRASMELF XHAT)

MR T & B AR 2 69 % £ RT-PCR B ik . B A4, &F & T axil/E, 2000 r/min &5 5s,

X PTE 32 A RT-PCRAZM B4 A n, H o n A S, BEITRE AR F, A SR K R
RARZRBLH L& 2:
& 2 BAKE SR B AR R B R R
K7 RT-PCR R i R ]
n= 15 uL 1.0 pL

ARAEMIXAE e a9 2 T HF & AR A2, WA E LERBRET, RoREAH, mEN
% XRT-PCRE & ¥15uL, #45EH AT,
4.1.2.2 b (BAKLFERI#) .

FE &A% % 0952 ERT-PCRE F Al ae N L B AL 2 R4, 1. 1. 79 #) & 89RNAIZ i 810 L, 2%
%, 500 r/min# 30 s, MRS TIALER R, RARBER.
4.1.2.3 3£ RT-PCR #&M] (EA&NE#4T) :

H4.1.2. 2% 8 B B9PCRE 2 N\ 5 ERT-PCRAG M ALY, 12 A R IEHRIR A o

S St &4

F—ME, REFR 42°C/30 min;

B, T 94°C/2 min;

% =Yr#, 94°C /10sec, 53°C/10 sec, 60°C/30 sec it 40 NEIR. . R ANKEAF N K HE
;/’:41%%6’3 60°CHEAP BT 4T,

RIEH M 25 R G, RIBICE GG X ACtIE A 2 2 R,

4.2 HRAR

ol il JE R X B A I KTE 14 SR AW E i E R 1 54 3 2 329 &
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4.2.1 LERH5MEMAGERRE FAEX RN ARBALR R B F TR u@ﬁ&M%ﬁﬁmﬁ
St PR S A7 M KA RS BA B X T Sl thm&,,aMW%smmﬁm IR 45 R,
ABl L35 FAM; 3’ BHO1 FERAR,

4.2.2 iEitk
a) MMEATEEE Ct/Cp 1AHF By 3 ih &,
b) MaPExtEEay Ct/CpEp T T 28, FEAMMA GG 3l &%,
c) deltEFerabE B R R A L&, HOREBAA LK.
4.2.3 B R AR
a) MM: £ Ct/Cpfh, EA4FiEmy g, RIS HM,
b) MapE: Ct/Cp{A<<30.0, H M BAIG Y HE, RTHESAMEME, 58 RMBEELRK.
c) Ct/Cp A AT 30.0, A M BRI IEHEROHEDEZNELR, LR HI LAL R, HAHM
e, F M FH] R B
[z&FA)
1. FREREVHEIANAR: BR&ER ., R RASWEH KiK.,
2. SRMBmHAER, REXER, BRFTE. BN ERE, DAWﬁlﬁnkﬁm%o

3. DRARIRN, BREEELFATL, INTEERESEREEAT AR, ARTAHREE
/;j_ 7K4)L§§' o

4. [aPEt I8 LR BUAT B A8 e Rk H B LA ZIR G 1~2 #),
5. RF &P &L B KRB FaR.

[#4#%&] 504/&

[ =385 A 0] % % RT-PCR 42 MiX 7| &-20'CHh A, HZIMA 12 /A (5mF A E 4 DNA/RNA &
SARRIGXF &) TERAL.

ol il JE Rt X B A E I KIE 14 SR AR E i E R 1 544 3 2 329 =
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