ICS 11.220
B 41

e N RILFER M T AR A

NY/T 1467—2007

NMEHEKERR PCR BT A

PCR for diagnosis of brucellosis in dairy cattle

2007-1.2-18 v, i 2008-03-01 3KiE

e N RRIEAIE R 25




NY/T 1467—2007

T REXE A8 KR0S EE TR OB RO T REERE REEERE AL AR
HLASHIRRRIS NI (GB/ T 18646 - 2002) , WA B AS L MTHI M 2E. X 4458 FC s
I8, OIE $EA7 SR 2 9 1L 2 U7 ¥ A0 I A R (SAT) AMAZE & 18 (CFT) . S 5 35T
S (ELISA) 3 IR R P S A0 A S H0R  36iA 20 PCR 7 3k BB 37 B0 10 W 4 it T
BRI T B, TTARMEAL S e

AERHERII T A TBORERER 5 B SR, B3 C S b 5.

ABRAE B P A R L B4R

AR SRR ARZR 20,

AERAER B . o LR B 24 W 44 EE BRSE

AREEEREA SR U/ gk
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MEHFEKERK PCRiIZEHHE AR

1 EH

AAERLE TR ARG KB (B abortus ) ERARSBE RN IZM HIEER.
AVRHEE A T4 A8 RERER RS 4 SRR R R BRI R FERE . RMEEsY
8 REH PCR 2¥al S B AR

2 MRAER
2.1 2%kF.PCRYBAY.1.5mL BLEF . 2.0mL B.OF.0.2mL PCR ENE . KBRA.EXEHEBE

BEOHL. KA BB B BT RN LR VKA

2.2 I .NET ZEm¥, 5L, BE 5 W5 A;Rnase A B8 . B H® K.Tag DNA B4 8 .PCR Z ik .
dNTPs.DL 2000 DNA > FRER#E . TT/K ZBE . Br— R —F LB (25 ¢ 24 : 1) . Tris B .EDTA,
KZ. B8 EALE IRB IR . N EREE FF.RMALZE .. T —HERBRA(SDS) . Z B84 . 2hMe . R e .

2.3 519.
Bpl 5’- CGT GCC GCA ATT ACC CTC- 3’

Bp2 5’- CCG TCA GCT TGG CTT CGA -3’
Bp3 5’- GAT GCT GCC CGC CCG ATAA - 3’
Bpd 5’- GCA CCG AGC GAG CCT TGA AA -3’ Qg®

5| YpAE A A B A K B XK # O 50 pmol/L.

2.4 RBTR G T RIL S LN A AW, m@%ﬁ@ o= B L B
R A AL PR AR TR R B, O

2.9 TEIKHES DNA . §
2.9. 1 FIFEFAEEKELE DNA KRR E.

2.5. 1.1 EZRTHBMRSBFIHCGIERBAENE T —20°C, ZH&ENETF 4°C), B 500 L i
F 2 mL B, A 100 uLNET 2w .

2.5.1.2 JimA 100 pL 20% /) SDS(A¥REE 3. 4%0),1R5] . £ 95C~100°CHEE 10 min J5, R E T
K E¥#H 10 min~15 min, |

2.5. 1.3 TERESFMA Rnase A EELWRE R 75 ng/pl,50CEM 2h, RIEMAEHE K 249K E
R 325 pg/ul,50°C/EH 2 h,

2.9. 1.4 TEHABPIMASFERAE —FHF—FLEERS £ 24 : D EAE 2 K~3 K, &N, 4CFH
7 000 r/ minZ.» 10 min,

2.9.1.5 BLBEBRTH —BLEF.

2.5.1.6 T|H 2.5.1.4.2.5. 1.5 e, MA 2.5 BEBYTL LK ZEE, —20°CHLIE 30 min,
12 000 r/minE > 10 min, HEFF A A .

2.5. 1.7 A 1mL70%ZBEEYE,12 000 r/min B0 2 min, BE 2 K~3 K.

2.5. 1.8 HEHERTHR,DNA FIEYA 25 pL Tl DZEKBFE BN, (RIFE —20CEH.
2.3.2 IMWEPHERELS DNA B,

2.9.2.1 IMEWHEIME.
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2.5.2.2 MHEIKHE S DNA WRBOFE:R 2.5. 1.

2.5.3 BRTAEKEYS DNA HER
5 A5 FC A DNA BBy R 2. 5. 1,

2.3. 4 WA HIE S WY P S RELE DNA 32

2.3.4.1 F NET R 2 mL My s B w7614 B 1 43 3840 .
2.9.4.2 HFHESMYITHE REE DNA WRBOTER 2.5. 1,
2.9.9 WA PAEKREE DNA H#ER

2.9.9. 1 BURZHAEHM—/NRF=RAREE THER HRASRBFERE T 2l B.LEF,
A 400 uLNET 242 i (pH 7.6),

2.5.5.2 MRS KE B DNA KRB B:HE 2. 5. 1,

2.5.0 AHMEBPHEKEE DNA KR

2.5.6.1 ¥ 100 oL XEW, A 500 uL NET 2B (pH 7.6).
2.9.6.2 AHRBBPAERELS DNA MEBOTER 2.5. 1,

3 PCRiXE
3.1 REHER
FH—IK PCR Y .
10X PCR buffer(& Mg?*) - 5 L
i =B MR T BRIE A ¥ (ANTPs) 4 uL
BP1 #1 BP2 5|4 ' &1L
B (R &L DNA) 4 yL
T B S K 34. 75 L QQ®
Taqg DNA B &% 0. 25 uL Q°
F X PCR Y 1. Q)&
10XPCR buffer(& Mg?*) 5
dNTPs ﬁ
BP3 1 BP4 3|%y @ﬁpL
BR(—5 7% 2 uL
i PLE ) 36. 75 uL
Taq DNA E &g 0. 25 uL

 FEan R B, [F) BB R PE P X B A2 g X BR , BT B A A & R omp25 PHYE B, 25 H X R
RERIK
32 REEF

F—IK PCR 93 . B4t 95°CA M 5 min, RSG5 35 MEIF ;73518 : 94°CEEHE 1 min;49°C3B K 1 min;
72°C3E# 1 min, )5 72°CEE{H 10 min,

8 — Yk PCR 31 .20 MBI, 233K : 94°C A 30 5;51°CB K 1 min; 72°CEE{# 1 min, 5 72°C
JE{H 6 min,
3.3 Hik

3.3.1 &K
1 0 BF AR RRBE AR B AL 5 FI ] 25 4% 1 g BIEREABA 100 mL TAE B3k B rhik h , n#gide . BB

5%@ GOnCZEEBﬂ‘vﬂH/\ 10 mg/mL ?ﬁﬂ:&ﬁ(EB)S ‘u.L"“-'5 p_L; ﬁ/ﬂ%ﬁsfggﬂg 3111111'1""-'5 ITI
/
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3.3.2 im#t
PCR RN ETR, BUE Ry M7= Y% 5 uLCEIEBRE S FAMEXT IR .25 B XF ) \DL 2000 DNA 43
THREVHE S pL. ERRMPE 1 uL HFTSR RSB R IK

3.3.3 HikFH
Bk BB L Ik B9 KA FBRAE TR AL

3.3.4 RERBIURIE
P MRS IR AR IR R HI, R R,

4 PCREBRLRAE

4.1 By r=Yrs k)5 R BRARONEE , DNA 4 F R B AR A PR R L 25 B0 BB R i F 45 R AR
59 75 BT » 75 T b7 B i
DL 2000 DNA 43+ i & b5 # (Marker) B, 3k 8, \ E B FHK K H B 2 000 bp, 1 000 bp. 750 bp.
500 bp.250 bp.100 bp 6 415 WT I .
FH X P B ok H R — 4% 419 bp T BT RO .
- ZFEX B IGEA BB
4.2 WERHERERFE
TR — R EE B AR kG, 24 DNA 43 F B AR 25 41 %) B8 ] Bk ) 57 B, B R A o e 3k 1 3 —

% 419 bp BOHF , 0 FEAE () s BORRE 5 R WA HE B/ K 419 bp BOHE, FINEAME(—) . SERHE

S Wptx CHE 1,
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Tris - HCI
EDTA
NaCl

50 mmol/L
125 mmol/L
50 mmol/L

Bt R A
( FERIIE B 5t )
NET % (pH 7. 6) A

tett
gt
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Bt & B
(FUSE 1M R )
ﬁ%%ﬁﬁﬁMﬁﬂﬁﬂ*imﬁmﬁﬁim

B.1 #AKE (PR AREFEIYER) ORFEM A Y LR E Y TS AE) (YRS
BINE ) CE KPR WA R B AR,

B.2 WG4 RAER , —BRICHA B RER LRI 5 REE.

B.3 BUHRKEMTAEANGZES TERMBE B O RBEN XS FESIRTE, T
TALZZP

B.4 RBEANTE, TR EFHP@EIRAT TS, K005 RE , RIS,
— RS ES KBS AT B R B REA . R TR A SR AN,
B A,

B.5 bl RAE  F— R TS SO P A LAY B9 5 mL~8 mL; FEFAR T .37 45 7SR 0 B A
FERRAK 2 emX 2 cm Bt ; FS B AR A RE IO =B 4 B R 40 IR M S IR 5 P — R v A R
BU = BRI 3 mL P43 ; R =4 H 5 mL~10 mL Fif}}. —‘{ﬁﬁﬂﬁ/@g‘ﬂﬂﬂ%p%ﬂﬁ
Fo B A O, R BT R D R4 SRR ] , SR 54 R — Sk 2 (R R S B A B A —
AMNERASE O, ZESRAS | FRHT R B A B R SRR A ﬁ%g@“ SR = T O 8 A
VKES— B ARIRE 31 35 T, B B 0. MESBR A £ A0 SR 47 4 8 X PCR i,
RSE R, R EEAL T, YRR A B S8, BiT5 Y %E?FH*EEP EER.

B.6 ZEiziX ikt R Bt i SRR AR AN BT, LABT WSS . B3k B S , X AR 4 T Y
.

B.7 BGRSERHR, LN E LB T aIL, LHE R 2 Y0 Beni s i s H At A 280 1 B M B RS
HE. W4 R, T NER RS R YRGB — S0, mRHL IS KR, B
FAHRAE W IKG 88 . BN, B8 LB RSN, S A4 BT & KR RRE , kAT, ¥ Ik
FEYEA R, HERR—IK, HR 2.

B.8 FhA4RIREERESIAES 3, AN R SRS YR LR HAT, UBS S, AR5
DL e dn » B 3 BRI, IS A SRR E A PCR TR S KEKN . B RE, B R
LEWAE . BB RR RS, BICEHRFETRES, £E5K.
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Bff = C
(LS TER %)
EmRENESRAEE

2 000 bp

200 bp 419 bp

250 bp
M. DL 2000marker
1. PHMEXT AR
2. BHPEXT B
3.4. Rk Y BH PE A o
5. # B B |

1 % PCR &4 REXKE
Q
00
Q)ﬁ\
O
S

&
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