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Method of the real-time RT-PCR for the detection of Avian influenza Virus Subtype H5

(50 reactions)
1. EFER/A
%% : HB-101-2-GB/T18936
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S 3| Moo — S M 69 B AIARICIRST . BIRAT S E A B FE HS A KA LR A R4 F s
%,%Q%ﬁﬁ%ﬂ%ﬂAEﬁm A9 57 35 A= 3 R AR R 89 A&, 4= 57 3%4RIT FAM
RAE, 3 342 BHAT 1445, AR F &R IRE E AR GB/T18936-2020 (& Hm Mt & A RSB HR) 4
R EARAE R T
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RF G AR L IEMRRY X F . BEARERANE 1:
% 1: AF&mm (50test/ &)

RF &R AR AR
ﬁ%ﬁmﬁﬁ:%&%%& 15ml X2 4
(REE P ERLBLR)
AT AR
DEPC 7K Tml X1 %&
H5 &7 & % £ RT-PCR AR i 750 L X 1 %
B R4 60LL X1 &
] b 3 B8, Iml X1 %
H5 & i &% 5¢ Sk Fa b A B8 Tml X1 %&

(iz: EHEEARPAZIR L it 771245 (a3 E 20 DNA/RNA & 342 AR FUXF] &)
3. HARR, AR REHm

31 BAKRE: TARKESMHLANESERRA BT,
ATARMZ AR (deLA, RS, BERT/ ARKT, oFxek, A28 HEF) ¥4
R % 2 69 RNA,
3.2 Bk KSR AW B RBAZBRIITAEN, 70 CAT T KNEE, 1258 %R 2%,
3.3 &#r: K AKE B KAk EHHATIE,

4. % % RT-PCR #:]
4.1 7%
4.1.1 RO (EHFARERET) -

4.1.1.1 BMnANKHE 1.5 mL Eppendorf &, HE ¥ n Haibtsn, METRE M BGF (M8l
R, AR ARTEYCRE) , BRI,
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4.1.1.2 B8N 600 pL EMik, HAmANBEAER, BT, MESEE 200 pb, —mF AR
BA—ABK, BAAN200UL 47, RABEHRFH RO E5s (Ripd TRA, AL £ E,
LT AR FHEIRS) , T4C 12 000 r/min .3 15 min,

4113&%4111ﬂﬂ%§k%%15mL@mmmf”,wAﬂwpm%ﬁ@(zv&ﬁ),
AR, R4 N1 12X EFO LFREBEZMp TP, EFREE VAR S500uL, FiER
P&, BUENR L .

4.1.1.4 F4°C. 12 000 r/min &= 15 min (Eppendorf & 7F O k3 5 Shstsh 7 @ &) |,
uﬂfbﬁﬁﬁfﬂmﬁi/&%mﬂxmﬁmﬁéﬁﬁﬁxﬂ%ﬁé+)wAwmmmV
TB, AfElZR A

4.1.1.5 T4 °C. 12 000 r/min &= 10 min (Eppendorf & FF o kM H Ottt rmE) ,
S & EF, BIETRAKALE, REBFRA (RRAFSRAERKETRRT ETF) .

4116 4 000 r/min % 10s (Eppendorf & FF Ok B ot 7 m% B) , 5 #E Lok s
BARRB BRI, ofEl Rk EE, AMERERSFELRT, —HEARA—/ARK, BETE
AR AR —®, EBFKE3 min, ReELFFHE, AR RNA RiE.

41.1.7 AN 33 uL DEPC K, ##¢), AMEEE L6 RNA, 2 000 r/min %35 s, Kk ERG%E
o ¥ RNA JRAE 2 h W#E4T PCR ¥738; & KK A ML E-70 ChFAaN,
[HEHEER ( (HmEFLE2DNA/RNA B oA RBGRFE) ), 2o RREZHIRBERK] .

E: RIGRNASIAE 2 h AEATPCR Y 3E; B ERKMPRAMKE-T0 CAFEAR,
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4.1.2.1 38 EX50 A& (ER RSB H K#HT) -

MR F & B A8 2 69 5 8 RT-PCR R iR . BERbS4h, B EBTaibs, 2000 r/min &S 5s,

X E 32 £ RT-PCR ARM B4 A n, H o n AMARH S, EEFRBE MR F, A S MK R

RAR R BEH & 2

& 2 HAAE SR RS AR A B R

il RT-PCR R_& i B i odh
AZ 15 plL 1.0 pL

ARFE M XA S 09 L E i H AT S XA E A=, WmARE SERRXE P, Z9REHI, G4
R ART-PCRE F &K 15uL, #BEHALEX,
4.1.2.2 mtd (FARHERXZ#T) -

F£ &8 € 895 ART-PCRE P 55 Al A N LR AF AL 32 7 B4 1. 1. 70 I & 09RNAIE iR B 10 uL, &%
E &, 500 r/min# w30 s. (MAMMNBAEEZRIER, TIRAAERITRIBERBRLEER)
4.1.2.3 %A RT-PCR AWM (AEAAN X B4T) :

F4.1.2. 2% B 5 69PCRE XN 5 LRT-PCRAMAL A, 32 T RAZAA

VBRI E

H—ME, R¥FE 45°C/15 min;

%;%&,%Eﬁ%bmmm

F=Ur#, 95°C /15sec, 60°C/60 seciA0/NTEIR. o 3 AIKE A B = U B A R TE IR 0960°C 2E4h
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4.2.1 BRXHoWMEH/GERE m&ﬁiﬁwzﬁ%&%%%%%ﬁﬁﬁ%,u@ﬁ%mﬁﬁﬁmﬁ
3t B8 S A7 ¥ il 2R 69 R B B A e 3T %88 % PCRAY, i & FAM(465-510) A i 18 452 B ) 45 R,
ABI AL k¥ FAM 238 L FERE A,

4.2.2 Jiistr Ak

a) MMEITREL Ct/Cp 1AHF B Ay 3 &,

b) FaPEstR&aY Ct/Cp 1E & T T 30, H B AEAIG P 3 &,

c) defAPEFera bt BN E E A LS, SR SEIM A LA

4.2 3%RAR

a) MAM: L Ct/Cpfh, B AAFIEHYIgdE, ERAHELNHME

b) Mt: Ct/Cp{E<<30.0, B MAYIEHRE, R THELAMEME,

c) Ct/Cp kT 30.0, LM AANGY IR KWL ENLE., SR EIN LR R, HAHME
M, & WP PR
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T FEE,
4. I‘a iﬁﬂé’fi‘ﬂﬂlfiﬁfiﬁfﬁiéﬁm)%%%%%%i@]ﬂ%&% 1~2 #,
5. RFNE PR 8RR F .
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[ 55 A 28] % 58 RT-PCR 42X 7] &-20°CH& A, A2 A 12 /A (a4 B2 DNA/RNA &
SHARBGRFE) TREAS.
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