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Magnetic particle chemiluminescence method for detection of antibody

against Mycobacterium avium subsp. paratuberculosis
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PBS: iR ZZ M (phosphate buffer saline)

MES: 2-l5ik Z.fififZ (2-Morpholinoethanesulphonic acid)

NHS: N-F2EEEHIEE L (N-Hydroxysuccinimide)

EDC: 1-Z.3%-(3- - HILEFL L)k % (1-(3-Dimethylaminopropyl)-3-ethylcarbodiimide)
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KWL A A6 E)HE ELISA ASINE ARSI B 45 4% 73 ST B . R RrlREA . 2RI S5 4% 73 52
FFE PR BERENE IR LA R BEBRARIC LR PT2F 190G R I A — B RIS, AR
W AETRPESEAE T, MYBERE 7 AR SR BEIA RO, I & i) A G 45 RANRESE (4052 T 0 €
FEIUAEAS 1) B B

6 R SFEM

6.1 WEVERIERVEWR, )48 T7 1% W% A

6.2 L5, %7 LM% B,

6.3 BITEXTREAIRH X B, il 07 i PR %
6.4 BRI A, il 715 WM D1,

6.5 WORW B, %1% WM D.2.

6.6 WARVEURIR, 4 JVE WM D.3.

~

BwMERE

~

1 RORENL /7 12,000 g B e e
.2 AR AT T
7.3 2°C~8°C Uk#t, <20 °C VK% .

4 FAEN 5 mL A0 ML [ M SR I AL

~

~

~

.5 1.5mL K &ELE .

7.6 S,
8 SLIELERI(E
8.1 MARERLIE

8. 1.1 HATHIIKC BRI, AT 2mL. REFIKIMAS, & RSpPMEH RIS

8.1.2 WM =R (15°C~25°C) #B TN 2h~4h, £ ARERE G, B 2°C~8°C ki
BADT 2h, BEOHL 4000 g 2.0 10 mins

8.1.3 /MO R MG IR GRS, TR, Fi5%.
8.2 MBEMAMERSETIE

8.2.1 MMiEFEALZIE— AN, AJE 2°C~8°C &M N RAF. Al — A, NMET -20°C PL'F
PUEARAT, W S R il



8.2.2 JaMIVE RV, SRAEMIMLIEAE A AT KSR s QR AR Dok s 2 407 s, 78 24 h W SEIFEAR
iZh. M NY/T 541 BECWFEGRE. RIESIEMBORE) HEATFEA BRI

9 BESE

9 UKREA . BITEXT IR PHMEXT IR 2 B0 50 uL ZAH R SBAR , EE BN 20 uL BEPERLER A
RAIJE, 37°C XM 15 min.

9.2 F AN 300 pL YRR, TEDE 3 K.

9. 3 FE RN IIANSE A 100 uL, JR21)E, 37°C #HAE 10 min.

9.4 EH LI 9.2 5N 100 pL Bk W A F1 100 pL #4% W B.

8. 5 1k 2 R A B B 5E 75 S B R G AH -
10 #HRHAZE

10. 1 RIS 5%
BHAERT B RO S B B RO 2 L =10, SE56 GE .
10. 2 IRILEERHE
10.2.1 PR
FEA S5 BN R OGAE 2 LE>0.8, FEAHLE A B 45 4% 43 SO B LA BRE
10.2.2 BAM:
FEAS 5 BT IR RO 2 HE<<0.30 BEAR 52 1 AR A% 5 SO L IR B
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MIsRA
(FSE M)
M RERA R
A1 HL0.2mg Puli, FEANBENTRY, B PBS H=ER (15°C~25°C) #EHr4h.
A. 2 FEERPEERIN 10 mo FRIEEWEER B B0 R, [ BIRE 128 T REy B (8% 10,000 g B0 5 min)
el BiF. mBERHIIAN 1 mL ) MES W, TRG 0 E3Y5 G, s & (810,000 g &0 5 min) #2F%
. EEH MES ¥ RL A B3k 2 X, 0.5 mL MES FE 5.

A. 3 BEERIEAL AR FLRE TR BB N 250 pl 1K) NHS ¥, R 0 838153 BN 125 il 1) EDC %
W, BRAEEEATRSI S EEIR (15 °C~25 °C) M 30 mine N4 R G, #i e, Bk bk, H
MES Y& WRRE 7 2 esk 2 Ko

A. 4 PrIEAREE_IRREERH 800 pL 1 MEST ¥ 0B A ENT G MIPTIR AR, #MIn MEST ¥ 2 B4k
M imL, EAFEHEEFRS S FEE (15°C~25°C) kM 4he RN ERE, WAE, Bk EE, H
P PHVBCRE 73 BRI 2 TR o AR BRI I 3 T

A5 BN 1 mL BB P, IR0 H0 5, EEIRAI S LR 4.h,

A 6 FRREELy, FEKR LIE, F PBST B2 BSUEE: 3 W, MM 500 mL ) PBST B AR B /5 FIfiEk, 2 °C~
8 CCIRAF o
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B.1 AYUEEEFRICLLFIF 126 HYFI&

B.1.1 i&E#hr

B 500 uL 1th2E4i4E 19G GRIE 1.8 mg/mL) , FENEN LY, BT PBS HiElT, =& (15°C~
25°C) FEHT 4h,

B.1.2 #xid

B BT IR PTG IO SIS, AR TIE BRI 20 L (WRZ 5.0 mmol/L) JIA#T
VER, #6, FRRM 2 he

B.1.3 i
RMJEN 10% (m/V) R ERE A, il M1 h,
B.1.4 %

BFRCPURIEI, ENENTEEN BT PBS (0.05 moL/L, pH f 7.4) HiEtr, =ik (15°C~25°C)
FENTER, AR 2 IR~3 e

B.1.5 &f%F
B BT RIS ISP T8, ISR, TE 20 °C LR ORAFE
B.2 Z&MIRIHIZE

BRIV IERE AR L ERE 196G HPBS(0.01 moL/L, pH {f 7.4) #%[# 1:1000 #Ft, N 0.02%
Proclin-300 JR&J/54 0.22 um JESSIEIE, W%, T 2°C~8°C {iff.
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i3 C
(Fsett)
BRI 3 BR AN B M xF R

C. 1 BRAMXTHRAYHI&Z

C.1.1 I

X1 KRB G F B A5 4% 73 SO T 1 RS Wt A7 ST ikOR Rl 487 IDEXX &) 4544 70 ST
P PUARRE ELISA RGN 2F B 45 4% 73 ST T BLAR B VR L

C. 1.2 #|&Mm:&

IR (15°C~25°C) FrMkEtE 5, 37°C & 2h, 2RJE 2°C=8°C E+E 1h, BHrHmimiE
R EOMT, L 20009 B05 min, Yk i

C.1.3 %, FHTR&x#F

e F I MFIR G55, 0.22 pm JENRCLUEERTE, KI5 0 ORI MI% 8.5:1 LLERS), Jow
EREEE, 1mUl, WEEZS T E =70 °C BLRRAE, dricoy “F RIS Z ST w piia BIvE LG~
[ IR I A 2 IS5 R

C.2 FAMXTIRAYHIE

C. 2.1 HRIZEZI IR R MARE

I IDEXX BIIZ54% 7y AP EPUARLSIE ELISA A& MK E GB/T 27637-2011 ( Hl 45 4% 43 S0 AF 52
i 2¢ 56 PCRASHI 77 v20 AS: I B8 e il 454% 3 SCATF R R 4, TE T8 RS2 B MR 2R I

C.2.2 Hl&mE

IR 15 °C~25°C) FRiMykktE )G, 37°C & 2h, RJ5 2°C~8°C HH 1h, BHrHmiiE
R RB0, L 2000g 2.0 5min, Ui EiE.

C.2.3 9%, HFRRE

el s AR a, £ 0.22 nm BB IERRIN, KIS 50 T-0RY51Z 8.5:1 HBIRS, TCW
SERENR, ImLAf, AGESTE, & -70°C MR, Ficoh “FRISHZ D ST BHTR IS~
[ IS B A 2 DTS5 R

B
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MisZ D
(Fset)
=B ST

D. 1 Bk A BIFIZ

HHL 200 mL 4lifksK, N 37% RELESA 8.33mL, M 30% EALEIRIE 5.46 mL, Pk
WAImaifb K EZRE 1000 mL. EESEE, 2 °C~8 °CIRAT-

D.2 ki B HIHIE

= 200 mL 4ifksK, IANEEEN 20 g T/ btk = R 5.7, SEEEEME, N ih b s
X-100 2.5 mL, #HEHEIINaifk/KERZE 1000 mL. E&EHE, 2°0~8C {1-1F.

D. 3 IRUEILFIR

PRI KSR E 40 72.5 9. WElE &40 59y S 200 9. S4b# 59, BN 700 mL AL
FOK IS FE AR, BN 125 mL fIER-20, 1 EINEE K EZ S 1000 mL. AR 25 f5ik4E
PRl 25K L B Pk 25 k.

T 1 25 RRREEVEGEIN 24 HAEIEAK.

D.4 PBS

MR K SR A 48 2.9 gv Wi — 4 8170.2 9. S4k%y 8.09¢ LA 029, HIAB00mL 4fi
oK PEREVE R, B Inaifh K E 5241000 mL, £00.22 umid €, B 2 °C=8 °C {£1%-

D.5 MES&i&

FREX 9.76 gMES., 29.22.gNaCL. 5mL 10% /9 Brij35, ¥4+ 1000 mL 4iifb/K, 75 pH N 6.0,
2 0.22 um HYE, B 2°C~8°C fRfF,

D.6 NHS A&

FREC 10 mg ) NHS, 3T 1 mL MES %, ImAEH 10 min AAEA .
D.7 EDGH&

FREL 10 mg f) EDC T 1 mL MES #3, ImFAECH] 10 min Py .
D.8 MEST &%

H{ 800 mL MES & (0.5moL/L, pHfH 6.0) , JIA05mL Mi5-20, Fl MES #EHERZE 1000
mL.

D.9 FHAR&

= 800 mL PBS (0.01moL/L, pH{E7.4) , A 10gBSA. 0.5mL m:i#-20. 2 mL Proclin-300,
WHES5], PBS AE1000mL, £ 0.22 um i€, B 2°C~8°C {47,

D.10 PBST

AL 800 mL PBS (0.01 moL/L, pH{f7.4) , JIA 0.5mL M:3#-20. 2 mL Proclin-300, #5147,
PBS EZ % 1000 mL.






