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Method of the real-time RT-PCR for the detection of Avian influenza Virus Subtype H7

(50 reactions)
1. AMEFHA
%5 : HB-101-3

BARBELSTANE AR ABRRE, BRBH TRABRELALRERGFF], S m—34F
St Bl M Ae — S AE FE A9 R A BT ILAR 4. BIRA EE AR BEHT DABAW LR ER4FFHE
&, AL T MBS RBA . KA 5 3nde 3 m S HARITTAR R A K, 4= 5 3HiRIT FAM
% k%, 332 BHO1 54, A X5 & R 4R 4% E 4% GB/T19438. 3-2004(H7 T4 &7 & 7% & 3¢ & RT-PCR
il 75 k) A A BLEAR R IR T

2. KA ELR

RF) SR LI R 3K . EAREm AL 1:
% 1: AFHE&wik (50test/&)

R & E RS AR
ﬁ%ﬁmﬁﬂ AR R R 15ml X2 4
CEZIL TN
AL ER B3 X )«
DEPC & Tml X1 %
H7 &7 &3 & RT-PCR R i 750LL X1 %
B o4 60LL X 1 &
R 1 5 A8, Tml X1 &
H7 & i R 5 & 1A b 3t 8 Tml X1 %

(G2 EHE ARBUZER 2 btk 1869 (A2 B 4L DNA/RNA & S AL AR BUR F| &)
3. HARE, BRRER

3.1 HAKRE: MTARKERSMLNESERB BT
BATFAEM S AR (JeUA, BEE. BHERTF/ AERT, fFaal, 825885 ¥4
AR 289 RNA,
3.2 Bk K Sh i R A B R BAZER BEATA M), —70 CATF T KIIR A, 1258 % R & ak,
3.3 B#Hr: KA KEIRIELKFAEMKEHIEITE M

4. 3% % RT-PCR %W
4.1 FAE 7 ik

4.1 1 R (EHFARERXET) -

4.1.1.1 BnAXKE® 1.5 mL Eppendorf &, HE P n H#ktES, MEXTRESAAETEG/A (AHE
SRR, PAMET BB ARXF &P CARd) |, BiRit.
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4.1.1.2 H%mN600 uL Eigik, oAl NweFEA, SR, Mt & 200 ub, —H A
BB —AAK, BmA200uL 45, RABLEHRGHRD S5s (R TRA, U= E£IUNLE,
BT VARFHEIRS) , T4C 12 000 r/min &% 15 mino

4.1.1.3 54111 AKX E KA 1.5 mL Eppendorf &, A 500 uL #AE (-20°C#A) ,
BRI, R4 112485y EFREHAZREGE T, LFEREE VR 500uL, TEER
b AR, BB

4.1.1.4 F4 °C. 12 000 r/min & 15 min (Eppendorf & FF 0 R+ & Shttth T @ E) ,
B B, BB TR L, b FiRAR (RR AR S AR KRR 377 ok F) ; Aw N 600 ul 75%
CBZ, k&,

4.1.1.5 F4 °C. 12 000 r/min & 10 min (Eppendorf & FF 0 R+ & Shtkth 7w E) ,
SE L B, BIE TFRAKRALE, RESBTFRA (RRAFSALBRKERB T EF) .

4116 4000 r/min % 10s (Eppendorf & FF 0 R:FMH Ohitsh 7@ E) , HEE L& E
BARRB BRI, sl L EE, AMERESKELRT, —OHEABRA AR K, BETRR

B ARE—F, £ETHE3 min, RedFFREE, L% RNA RE.
4117 mA33 puL DEPC K, 348208, BT LA RNA, 2 000 r/min 05 s, Kk ERKEGES
o I RNA ZUAE 2 h W#E4T PCR 7738 & KMEAMAE-T0 ChFa N,

(xR ( (HFELEADNA/RNA B SAERRIGKFIE) ), B 7 RERESHHRBRER] .
E: RIEGRNASE 2 h AT PCR 738 ; EFKPRAMAKE-T0 ‘ChRH#AA
412 A
4.1.2.1 7 3EAFNEE (ERERSHES RET) .

MR & P B A48 2 69 3¢ & RT-POR R % BERAdn, A FETakLE, 2000 r/min &35 s,
RATE R ART-PCRAZM EHK A n, L n At s, MR E IR T, A/ Bl R
AR R BLH L& 2:

& 2 FAEE SR R R AR R B R K
X RT-PCR Bk i B Rt
Bl 15 pL 1.0 pL

ARIEM XA SR KT HF S AN GE A=, AR E SRR E T, ZOREGHI, &N
% XRT-PCRE &5 F15uL, #45EH ALK,
4.1.2.2 7otfF (BFALERXBT) -

T2 B % 6952 ART-PCRE W 5 Al e N _ER B A AL 32 5 384, 1.1, 79 H & 09RNAZE iz 810 uL, 2%
FZ, 500 r/min® 530 s,
4.1.2.3 %K RT-PCR 4] (AN X #4T) -

F4.1.2. 2% 3503 )5 69PCRE AN 32 ART-PCRARMIAL A, 12 FAE A FEAHA A o

PR AIR E

F—M 8, R#F 42°C/30 min;

%, MEM 94°C/2 min;

=B, 94°C /15sec, 53°C/10 sec, 60°C/35 sec & 40 MR, ., R IAKELF =V HEE

b’wﬁfm’a 60°CHEAP B 4T 6

KIAR M 25 R G, ARIBALE GG 5Lt K ACt{aF| & XK.

4.2 HRAR
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4.2.1 LER M EMAGRE BFAE X RN ARBALR R B F TR u@ﬁ&wﬁﬁﬁmﬁ
SRSyl R R e A, ﬂ%ykkxtpm41‘;amW%5mm%M i IR AR 4
2 MBI LEik3F5 FAM; 37 TAMRA & KA A,

4.2.2 iEitk

a) MMEATEEE Ct/Cp 1AHF Ay 3 &,

b) Mt ay Ct/Cp AR T T 28, FEAMMA GG 3l &,
c) deltEFerabE B R R A L&, HOREBAA LK.
4.2 34 RH =

a) MM: L Ct/Cpfh, HAAFIEMYIEH K, RHF AWM,

b) Matk: Ct/Cp1A<<30.0, HEMEAAG Y &, FTHDME, 24 &AKH BAEER,
c) Ct/Cp KT 30.0, HABAGYIEHRGFELENLE, LRMEN EARLERE, FIAM
P, T ) R

[z&FxA]

1. FRENEVHEZARK: HFoERX, R RSWEH XAl X,

2. BB NER, TNEXER, BLTE, BNLERE, IZ,LE'FXTIVFQ:JT«H Eo

PERBRI, BREBERTAERM, EWAEIEREERNEREER, DA AHRAEE
RN,

4. [aPEt I8 LR BUAT B A8 e Rk H B LA ZIR G 1~2 #),
5. RF &P KAy MR R A K ER,

[s4#%&] 504/&

[ @ 5 A 248 ] 52 8 RT-PCR #2MiX 7] &-20°CH A, AAA 12 ANA; (w2 H 2 DNA/RNA &
SARRIGXF &) TRAS.
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