ICs 11.220
B 41

AR N RS 3R M E B SR bR dE

GB/T 19438. 1—2004

3

m R mE B Bw Xt
RT-PCR # il - A %

Method of the real-time RT-PCR for the detection
of avian influenza virus

2004-02-14 %15 2004-02-15 £ 5




GB/T 19438, 1—2004

il

[}

GB/T 19438—2004( B W BHE VN RT-PCR i 75 043 5 LA F 4645 -

——GB/T 19438, 1 —2004( B W Ry E B AR RT-PCR &3 F i );

——GB/T 19438, 2—2004¢ H5 W R A HBAEH H RT-PCR % H£);

——GB/T 19438. 3—2004( H7 W B & H/RH BRI RT-PCR & HiEY;

——GB/T 19438. 4—2004( HY9 W B & F R B9 % RT-PCR ¥ 3Ly,
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1 3EHE

AEAHET BRBHEEARIE RT-PCR mau BB IE s
A EATRE LT BT R

2 HERIE
T A G R E T g%

3k RT-PCR
W IR B 7P

Ctig

BRERER 52 v S (FC YL B 3% A

Taq B
Taqg DNA B-SEE,

3 EE

BREBEAEETHEYE A BRRRKE. NE AZRBRELEERNENET, & R— MR
HOH—ERRENTOLIUGERS. SR S AN BR R AN ARG RS, BB
TIHEEEZN . HREH 5 A 3 BAPRIERRMTILE, I 5' BT FAM 556 E, B & H K5
JERRIE BRI AR L RN S SO R (H REFR), 38— MH5ic TAMRA 4%, BAEEEE KN
BRI 5 IR S PO R R H MO S R B RO RER (B Q £5).

2 PCR R R TEB K B Beat ,— X35 | A — R BR4T FNT 5 B B B &, O34 £ R XE %
R TOLES B Q BH TR ARSI B R BTk 1 A5G4 55 4 PCR R R 34T B 50 B Ex 6t
Taq BESIMMSI ST, DRI BN R R I M TN B R, Y ARG & R e s 244 10 2 I
AT EVRET G5 & WAL » FERE 00 LA T OB 648, AT ) Tag ERETH 5' 3" S KB BER T
R RE KA EE R HRER, SR FCERS L REARS LR, R R HHHLE
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RA Q B B MO BRI BT EE 0 7 Tag BRAIEA THEEM RS N TR NFHE R 7 Q ZH 9
BTEERT .S HESIE R FEGHRERES.
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{28 5884
9% RT-PCR & {¥ .
EE AL EE O (ELEE 12 000 r/min BLE),
ERBLH(ELEE 3 000 r/min),
BAIER.
KA (2C~8CH—20CHH),
BB T R MES (10 pL,100 pL.1 000 pL) RECEH R L,
Eppendorf & (1,5 mL).
ok
B4 B A PASS , A pr v BT A B 8 O A A A BT R B G RNA B85 B4 98 2% Ul DEPC 7K

SEEREXE DR

4.2
4.2
4.2
4.2
4.2

5

5.1

5.2

5.2,

5.2

5.2

8.3

1 =ZEF k.

.2 RWEE.—20TH%.

.3 PBS.121C42C,15 min EEXKBEAHAE . XHEAFTMATEZL . EFE4 10 000 IU/mL,

4 TSHZE: FFT B KK LB DEPC KEH , —20°CH% .
.5 BRBREEMATL RTPCREMNKAE AR . IHREATEFTS MR B.

ik

RETR
THRELEBAE 121C+2°C,15 min BERKEIHET .
—RRT
' PUN::S3E
—— A
——1. 5 mL Eppendorf & ;
— k.
HEmRE
1 AR
B MR T R BT, SRR T
—RERR TR T RAGK O R EFRRET] 3 R ~5 IR ;
— RBEEER TR TRARERER —BABERSERE;
—HRTF - HHABE 1.0 mL PBS # 1.5 mL Eppendorf EH, 1% .55 .

.2 IMASiERRSE

R REA-REENSRAARE RS B . RLHE,
.3 miE.m#
REEEMNS#EERRELE Eppendorf B HTEH.
HRNiE
HmRER BABANEREA(—PRESHES, H—TERS, TREM MK FH, &5

1 HEERURE. AU - EERRNITHEFRENFERNE RARRTE™ BIAT. NREESFELR
A A TR PR T A B R .
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5.4 Hmul&E
5.4.1 ME.HEERF

HRERIBERSBEAE ARERESTHERTPHBES S, THEHKE 30 min, B FRE
AFH B 1.5 mL Eppendorf B4, 554 .
5.4.2 BME=iELKAEEE

B 2.0 g TS KEHET B 4 PP, i1 10 mL PBS #47,4°C .3 000 r/min &
> 15 min, R EEBEALEH 1.5 mL Eppendorf &, HE£H.
5.5 HEFER

SRR 2C~8 CAGTHRENAET 24 h, H#EEHEENE—T0OCU T . ARNBEARE
HE GRRA BT =%,

6 BEHZE

6.1 XBEHRENBRESER

BRBWEEAYE RT-PCR G M LHEAH KR O,
6.2 HEFLE

TR A & X #HAT .
6.2.1 B a4 KM 1.5 wl Eppendorf &, n BB AL 5 FH M0 I 5 5 Beof B 600 (R v 8
PR BERAEFERE 55,
6.2.2 HEMA 600 oL BB, 4 BIM AR B Hx B HEN BA& 200 L, — B As f—
MUEE L BHIMA 200 pL =8B K, BB LRGBS 5 (R FEA. U4 AR Wl UHTFE
HiERBA). F4°C.12 000 r/min &.( 15 min,
8.2.3 W56.2. 1 R EREN 1. 5 mL Eppendorf &, I A 500 pl. RARE(—20°CHE) . MAxiT,
WRASRYE 6.2. 2 R EHH L EREBEHMAE T, EIERAZE S HE 500 pL, FERE S T EE,
BB .
6.2.4 F4°C.12 000 r/mmin g 15 min(Eppendorf B H OB OB TR A ML EE
BFRLGEETHRKEL WG FRE(RERESEFEERKKA R FTIET) A 600 pL 75% 7, B, 5 8
PRk,
6.2.5 F4°C.12 000 r/min B> 10 min(Eppendorf % U {7 898 O HLE S B , /O£
FHLEAIETHARLE RENHTEACFRBRFAERKERFEFTET).
6.2.6 4000 r/min B0 10 s(Eppendorf B O A RFFHE LB T EIAE) EEE FHBARKA
PR, DO B LR AR RT, — B RS — L, Bk R BB R —
I, ZR T 3 min, A T8, L% RNA R,
6.2.7 BAA 11 pL DEPC K. BRES, FHEETE LK RNA,2 000 r/min B0 5 s, K ERAEEH. #
B RNA U 2 h 34T PCRY 3 B KR A SR E —70°CIKe.
6.3 &3
6.3.1 FHHAFES

ER MBS YRR K#T.

M3 & B AR B 98 RT-PCR R Tag B, E W TE{LSS .2 000 r/min B 5 s, i
P96 RT-PCR S HCH », B n B RS, B MR B8 5 B0 BE B9 70, S840 5 W3R8 R N 4
REH N 1.
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£1 SrERURERERTHE

il Ri&/ul
RT-PCR R BE# 15
Taq B 0. 25

BEWRESNEEHEFERANERE MABELERRE S, mEPMA 0.25Xn B RT-
PCR REFBEH , KRS B, HENTOL RT-PCR B £4% 15 pL ¥R ERFLEEK.
6.3.2 m

ERA A R 1T .

FE4 R E M98 5% RT-PCR & H 4 Bl
B 30 s,
6.3.3 3%k RT-PCR &

RNA FEH £ 10 pL, = BEFE ,500 r/min

I AFE S RT-PCR &ML A D AR £

W PR P R

" JFETY L.
7.2.2  EHHEREAQC ENM/N T 28,0, F B BRI T IHMK. T, KT

7.3.1 B
¥ Ct H}H H LY 3 fh 20 P 2 e 2
7.3.2 Ak
Ce {5/ FETF 30,0, B TRAH B3 1 2
7.3.3 B"EN
Ct KT 30.0 WREABNEM. BRFEEEL CEE AR, T ANEE.

THEERHERE.



GB/T 19438. 1—2004

B % A
(BB R
BEBRh 2% i 2h K BE 77
PATE B R s 8 o A
A1l A

¢.2 mol/L B R " S HI/K I . B R —E 41 (NaH, PO, - H,0)27. 6 ¢, B FHRBAKF . BEHR
Z1 000 mL,

A2 BH®

0.2 mol/L BB E 8 KER - BB E — 8 (Na, HPO, - 7TH,0)53. 6 g(#k Na,HPO, - 12H,0
71. 6 g Na, HPO, » 2H,0 35.6 ), IIFEWK AR  BSHEZE 1 000 mL,

A 3 0.01 mol/L.pH7. 2 BEEs £k 22 mh £k 7k BU BT )

0.2 mol/L A ¥ 14 mL,0. 2 mol/L. B ¥ 36 mL, MEALM(NaCD8. 5'g, AWK ES 1000 mL,
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B % B
(ERHEM
AR AER
B.1 EHAZMAR
A A A i 48 R, R LT R
R 30 mLX1&
DEPC 7k 1 mLX1%
RT-PCR M (& & MR ENT W 3840 750 pLX1 %%
RT-PCR 1B/ X128
Tag B 12 pLX1 %
FA PR BR 1 mLXx1 %
FH T R (GEBR YL MR R 41 5% 3 RNA) 1 mLX1%&
B.2 B

B.2.1 BERNIERS IRHREABIAE,. N RNA BRI E%iE, T 4CHRE.
B.2.2 DEPCK,ER 1%DEPC £t B S EBTFK, HTFHEHE RNA,
B.2.3 RTPCR BT E&HERES Y. Hé EEMET.

B.3 1Ihek

I E T T B2 XH (BN A AS RS HER T B ER T M RIS T 8RR
FERKR.

B.4 {ERANBEEER

B. 4.1 e A B SRR A R R T 5.
B.4.2 RMWIFERNRERTFESHE, LINEESENERETE R, LRIOLY MRS R0,

B.4.3 RT-PCR BBRKRE BHMAE LAEZELAHTE T TREARE, EAMNBEIERKE,
Fl AT 4 ST B [ TR a8 o,

-
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B = C
(R
EHEFSEBYE RT-PCR BT EHNEBZME

C.1 EBREHBEER

THEREERMT .

STEy S 4 SAHERT I ST 69 TAE KB AR & R RN IR & MR R R AR X

— THRSFHHHRRT. BEAATARBANRE IR,

— G —REFE T BN

AR R HE T RNA B — WM AR SRR LA BRI 250C T 4 b
Pl b, PR A Bk RNA B

AR HMN SRS AR, RAR A RS KA B ) T HE KB
EE SR EERE

AT R B R B — T I, B R MR R R R A PR X R
X 5

— AR THE I 30 R 6 R R B 308 W . K A o 9 TR IR DAE T4 B BT AR A S
AN A RN TR &

R R A S A X R R SR A DX A X BT T s

— ARANTBRRBNAE A EEEHE U LR ITE,

C.2 IT#HEHMHEERE

C.2.1 BEHE&X
PRSI AR FREN FNEFEE:
——2C ~8C S
———20°C UK
—EEAGRBEHEELVLGT,12 000 r/min) ;
——RA#;
MRS (0.5 pL~10 pL,5 pL~20 pL,20 pL~200 pL,200 pL~1 000 pL);
— A B EITGETESED.

C.2.2 EREBREHERHR

HEHERTREN TS

——2C~8CUk#H;

——20°CUKAE s

—FERELYLEG 000 r/min);

— B4

B HREE(0.5 uL~10 pL,5 pL~20 pL,20 pL~200 pL,200 pL~1 000 pl);
—— AR HRMTCELEGE .

C.2.3 #EX

B REEREN TR,
— 3296 PCR X CRHEHLD 5
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— B RIMNT
—3TEIHL.

C.3 EIEREMNERTESEN

C.3.1 BEHER
HAHEXHIEEAERERNT
— AN RET BRER. CFEENAZY B R MBS & XHET;
—BEREFEAANGENES. TEERARILEEFEUB ST KNKEREARKER
B, ABRGBEREHEX TR, MAFERG, SFLEE RMBERERNE;
Rl MR E LR ARTTNET P UERABAEROARHN. IRERAFREFTR
TAEREER, LR R (REREA R R4 5300 AR A W5 I s B IR, 4
ER WAL B IRt iD %
— W EBEELEMRNEFCH m FEE . 5T EEHEREEEATREZESR., TEEET
BIHESRITERRESZR AN TSR
C.3.2 ENESWERHAKR
ERNBEYRHMESBEEESETWMT .
— A B R RR S WA SR K AT
—HRAThEEAEREN N EEEXZE MBS YEFE, AREm K, £ &R RNBES
W B OB RE R, S T B OB
— EENMFENEEBRFELRT BEFLIRTFE HEETR. TESRELI LI THE
R#HEFTEE. AL FRAEREREM A NZENKEBRASENEFYRENEEEEER.
LHAREHTBSEIT (254 nm FE) HITHRE .
C.3.3 #HAR
RMRIIBERERETRNT
~——RT-PCR ¥ X7 i B D IF R A RN #AT 5
— ZREERAELSFARNY SR IERET EEgEL,. RASERIRNBER. MRE
W TEA K PN RO E 3l
—RERBERERT/ERHLI TR A EFTHEMIRES, AR FESTEREMHER .
MAEBRRL  BALEFER TS, ARNEEEEME B FERE XK.
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