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Detection method of bovine brucella and mycobacterium tuberculosis

by double real-time fluorescence quantitative PCR
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Abr#ERE GBIT 1.1-200945 Hi (1 I A 7

TR AR SO (R P 25T RIS B R o AR SCAR I R AT LG AS AR FE R I 28 F 54T«

AR o E S R P SR IR .

AbrAEAD AL rp E )RR T A2 b o 1 BHIRARAE VIR A FE e A R A 7 HE g Rk R 2
B e R A XSO T ) bt . BRALG I 50 B VR M SR TS 42 ) bl L YL P98 ShA 0
T o R A S B oG PSR B R XA TSR] ot

ArpEEEREE N FhRT . EAT . Bk RIEE. £4EW. 250, 30 Bk BRADE £
T, WD, . FERREE . FKAEL BRIRST. BRSOK. EERE. HE B JOCE. XEL. S
belfel . Shibedt . HOTSE P e AR, 2. SRR « HAT. RBOREIN « EARSRISE . B,
fEaR. Sfh. Sl RS BRE. . B2 dm. k. 25k,
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LFERERHmET TEMFRMNGE

1 SeE

APRERE TR 3R 0 TAEW AR ) AR SRR Rk,
AKRUEE T AR ALZA A ANS: TR0 P L S S 2 S 2 AR PR A o

2 MetsIRAxH

NHN SRR T A SR R R AN AT ) MU VE H IR 51 SRR, A0 H AR AROASE BT A S0
JLEAE B G FScE, HEGHRA CEETE BESen) EHF A,
GB/T 6682 43 #1556 28 FH /K FRS A 56 /5 1

NY/T 541 EERZHFENRE. RESEHE ARG
3 K

BT RE S, B a2 o A s, SE /K R4S 5 GBIT 6682 HAHIHUE 5 APCRAS I 71

DL SEB:  SEF 92 GPCREGII( SYBR Greenis:) 71 WL 5% C.
4 {UEHE

EIER R DAL BT R PCRIL. BOBPCRAX. 7K-FHIUK RS, -20°CARIRIKHE 1-80C i Ik
UKFR S BB T R GE pHTE BB BB EIRAK R KR B ARG W]

VW (2500, 10puL, 20,100ul, 200uL, 1000upl) FORTVERSR 2sAek. BIOVE . W,
5 #HmXEE&E

FESCREEIZIENY /T 5418647 o XTmA0As, BB OIAL . BORRGS At . fE. <& R4l
THAEREA L, T, AR T B R — R AR MR RRRAN B IRES TS, TR A R
(500 H i AE B RO IR — B0 T, e, 5.
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6 tEmtE

6.1 HLAMSR

RO AL NN FR AL BB 21 g, B BOS & T HHE & OTE, MALO mLAE
KGRI, FroIR a2 KEEOEH, 10,000 xg 2502 min, B EIE100 plT-1.5 mL KB 250
t.

m

6.2 S FIHER IR &

V4R W R RS TR T AEIR A% L 7 R A, 188D, BE T A 7 2550 10,000 xg & 0»5 min,
WY 35100 Pl 115 mL K B E .

6.3 IEFYHSR

F 15 774110,000 xg #5005 min, B 135100 pl 11,5 mLK B B .

7 J%52 DNA BYIEEX

7.1 FEIERIMES A T ESRGSEROR R DNA, IS I BUT P BREEAT AT .

710 BUCACEERORE R BAVEXS FORTEAVEXS IR, 23BN AR AR 600 L, FE7-HENR S, SinifE 3~

5 min;

7.1.2 KA A, 10,000 xg B0 30 s;

7.1.3 FRBEEE WAL, I 600 pl ¥eiki, 10,000 xg #5030 s;
7.1.4 HEE FIRPIR5.3.1.3 #ATHE5:

7.1.5 FEEYWES TR, 10,000 xg B0 2 min, AR ETRE TR

7.1.6 WA AHTR 1.5 mL CEEOEF, mAEH i NG 50 p, EIEFHE 1 min, 10,000
xg #0 30s, BLE BRI DNA.

7.2 FE{EADREE DNA W7 @ IR BOR 8 DNA, 27 & i AT #R A o

8 KMEE
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8.1 3 PCR il

PLE 200 23 SR s AR E M BRPERT AR, DAASE LD S0 B 23 (0 A e /- AL U R A PE XS T,
[ I DAL A AR B A 2 e 20 R EDURE i MR PR e DNA 5E4T PCR AL, A5 A1 T B
x B.

8.2 SZINZ% PCR il ( SYBR Green $%)

P 200 23 SR s AR E M BRPEXT AR, DIASE LD 320 B 25 (0 A e /- AL U R A PE XS T,
[ I DL S K AR AR AT s i 20 il SR EURE i MR R e DNA HEAT SERF 908 PCR A, AufA
#RAEEIMR Co

9 HR¥E

PERASIN IS, S AU B 8 R 5 HE R i S 3R T -
-—--H M PCR W1 ftiAe, A RONIAYE, WPAERE fh A5 L S-S B SR 25 A Rl 45 RN
BHAE, TSR PCR P9 5110 5E B S 245 PCR #EAT 48 E ;

- WUEL ROUBATE, WAERE S L SRS R B A IR ROBITE,  WHERE M A
1 I 5 R B



Al 1RIFE (50% HEFEERK)

A3

A4

Mt R A
(RSB MR
DNA Z2EURA I AV ECHI

R B RIS BB HM A+, 1% 11 BRI iR G

A2 BER

B R AT

AL

0.5 mol/L & 4% VU 2./ —4W1E7 (EDTA)

KB RFEIK

EDTA (0.5 mol/L, pH=8.0) A& H

EDTA
KBEAZEIK
AN
KR FEIK
TR
BRAETR S — 4
e
AL

K MK

I 6000mL /K 4, Fe5riR5] .

FERR &
TR A — 4
e — &

KXW ZEIK

2364 g

232¢g

( pH=8.0 ) 40 mL

BnZE 2000 mL

18.61 g
80 mL

I pH £ 8.0
fin#s 100 mL

143.2¢g
62.4¢g
18¢g

HnZE 2000 mL

1432 ¢
624¢

A% 2000 mL
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Mf % B
(FERHER3R)
EH PCR #&50
B.1 X F
B.1.1 DNA #2 VR I 57 RO EC H)
TSR A
B.12 10 X PCR &di&aYEH|
Tris base 6.06 g
KCI 18.64 g
Triton X-100 5.00 mL

TICVMA X47—2019

IO JCA BRI K 1 25 17K 22400 mL, FHHCIfpH{E%29.0 (25°C) , EAHFZE500 mL. &k K # A

5 B T2~8CIRfE & H.
B.1.3 S|¥F%

AR CUARIE PR Ll T e SR R R A 7 21 B0 1 06 TR A T 38 A PO Jekt 514

W R SR 5 PSR B K B E

5% 51974 (5'—3") P A BN /bp
hAHEEY AATCGTATGCOGATGCGGA 231
R 1514 AATCATATCCOCCTGTGTACGAAT

B.2 E# PCR
B.2.1 5 DNA HYIZEY

WIESCH 7 #875 “Jpiss DNA HIHEHL” .
B.2.2 PCR ¥ i

PCR itk &L B.1, HARMNKE 3IANEL.

PCR W 26/4: 95°C 3min, 95°C 30s, 59°C30s, 72°C 30s, 3Lt 35 /MiEHc; 72°C 7min, ¥ #4724

BT 4C 1717,
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#% B.1 PCR Mk %

ey i JNFE &R/ pL
Buffer mix 12.5
1EF 514 1.0
B 1.0
DNA H5i4% 2.0
ddH.0 8.5
Mt 25.0

B.2.3 PBAMXER. PRMFTEBAZ=AXMEAEE
B23.1 PAMXNE: URLFEREBRHFSVRMEARMTE;
B232 BAMME: URBLEERERFENRRFHELERNPIEXTE;
B233 ZTENE: UNEKKRBEERIEATENE.
B.2.4 IRARHERAZEIK

2% 1.5% M BRARERERS, X PCR =T H ik HLIKE RS, ERMZ5E (EB, WA 0.5pg/mL)
VAL 10min, FRESHIBUG T RGO R A1 H BUH IR DNA Bk, HBIHEIdS.
B.2.5  ERFIHT

ARG HERD 2% (0 RE TS S e 1, B X BRAE222bp K/NEH B 146715, Rl S 305 P
Mef B — Sy &y, ) E A BH

USSR HERD 2 (0 RE TS S R 1, B X BRAE220bp KN I 1 267, RRIIRE R H I
BH Ao R — B S 2%, Dk e

SR PCR P2 Fe 5N € Tkt — ik, e 5 I sE 15 B E IR 41 5 L R0 R 1L 3 2
JE i EE DNA 550 —20f, MAERE s L R d m N e B —80 MR G A5 12
S5 BT 7
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Mt R C
(BRI

SERFEESE PCR #23M ( SYBR Green $%)

C.1 R
C.1.1 DNA 1ZEUEXIXFIRECHI
DB A

C.1.2 10 X PCR £&#4@HErH!

Tris base 6.06 g
KCI 18.64 g
Triton X-100 5.00 mL

TN TCAZ B i K 1 7% 187K 22400 mL, FIHCIEpHE 9.0 (25°C) , EAE500 mL. &k KA
J6 B T2~8CIR17 %

C.13 5|45
R ERSIVFEIIKE A BRKE
519 5194 (5'—3") A BER/N /bp
IE519) TGGGAAAAGGTAGAAAAATCAGGAGG 141
K18 519) ATCCGCATCGGCATACGATT

C.2 SCEJZEH PCR &M
C.2.1 E DNA HJ12EY

LIRSS 7 #9r “ i DNA BIFRHL” .

9.1 C.2.2 SERZEYE PCR RI{AZ (SYBR Green %)
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SEIF O PCR N R WK C.1, BN MNEE 3 NER.

#% B.1 PCR Mk %

4R TR &/ ul
2x PCR 2P (MIXD 12.5
EA51% (10pmol/L) 0.75
EEY) (10umol /L) 0.75
FEB DNA (0. 1pg ™ 2ug) 2
PGk 50x ROX 0.5
ddH20 8.5
it 25

9.2 C.2.3 SERFZEYE PCR #6350 (SYBR Green $%)
TEH- SR 96 PCR N E NN EIRRANGE, 55, B0 5-10s. B 505 152 2¢ 5% PCR x

M TRNSER 98 6 PCR A RGN, I FREARFEVIIF . SERF 2% PCR NFEFA: 95°C 15min, 1
AMIEIR; 95°C 15s, 60°C 30s, 72°C 30s, 40 MEI, LERFIRIGIAHIIEMIUEED . KR G, R

PEy AN C AR AR . PR m B E = TAT IS A R, A e 2 70 ) B 7 BRI
BRSO A2 eI . DA Ll = e 5 SR B AR E DB VXS - DS 5 Ll = e 2 Ja s 2 ) f B A 41

GUENYTEXT I, RIS DUSZE KA BASTRRAE 2 FOG I
C24 HERF|ESiHR
C24.1 HRDMFMHEE
LRI A5 B o A 1 S DU KR A 50 25 1 75 AR DU aBE AT 1 B
C242 WRERWFIE

FEN . TR A .

B R IR A .

BRAEXS R A5G A -

A, SEEMA TR

C243 KWNERHIFIE
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IR BEAT AR BT 22 X IR SEIR 45 R RN, AR JCUO GRS, FIBREdh R L
IR REAT AR BHPE . 2 O IR SRR A RAEH, ARE f A7 DO IRIL R, H Ct{E<35, Wi
Pf it PR HE L RS 7 R
[ BEAT A APE S B 25 PN IESEIR 45 RAE R, 5 Kl R d b 9O I I #h 2 (9 Ct [EL7E 35~40 2
(6], U EER HEAT SR % PCR USL. FHAY 485 45 R Ct{EI7E 35~40 2 [a], AT HIWR: bt Rzt il
IR R, 75 R WA o ARG L S R R




