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¥ EINFS 2 BIFHET ELISA

Pt il 77 i

Blocking enzyme-linked immunosorbent assay for detecting

10

the antibody to porcine circovirus type 2

2018-02-06 & %0 2018-09-01 5%
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¥EIFE 2 BIFHET ELISA
PR M 7 %

1 EE

AFRHERLE T3 B B 7 2 B BT AR W ELISA A0 75 i
AR I T 5 B0 B 9 114 B0 ARG I L 5 B G 28 0 AR I D00 R L 3 O A 2 U A

2 HEHESIAXH

N FN S XS T A SO N R AN AT PLE T H AR 51 SO A B R AR TS BT AR S
o FURASTE B R 5 1 SO B8 A (AL 46 BT A7 A9 48 02 3 FH T AR SO

GB 19489 S8z AYL 4l HE R

NY/T 541 HEBIZWikE SR IR A7 5 8 i BRI

SN/T 2984 K 36 A6 2 Bl W D Bl A= 400 S 360 345 B0y A ) 22 4 2 SR i )

3 HEERIE
NN A TR T A S

BSA . 4= 1fit i F & [ (Bovine serum albumin)

ELISA . iff 5 4 2% W [ 56 (Enzyme-linked immunosorbent assay)
HRP . 3 # 3 H 4L ¥ B (Horseradish peroxidase)
PCV2. %4 B 957 2 B (Porcine circovirus type 2)

TMB. P4 H KB K it (Tetramethylbenzidine)

4 =R HHEE5RKF

4.1 KILIUEE

4.1 PEER G A I A

4.1.2 mHEAEXBRHEE L.

4.1.3 RS S 0.5 nL~10 pL.20 pL~200 pL.100 pL~1 000 uL,
4.1.4 12 T T AR B WA - BLRS 10 pL~100 plL,

4.2 I H#

4.2.1 96 FLMGFHR AR .

4.2.2 [HHERG mL),

4.2.3 TEELOE (S mL),
4.2.4 WL (T 5BEHRLE.
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4.3 FELH

4.3.1 PCV2 EHEAHE A (Cap) HLJE CULFE 5 A,
4.3.2 BRI ELYE (HRP)ARIC I PCV2 M REHL A,
4.3.3  PCV2 [HM: X e it 385 19 1 X B it 3 OO B 5 AD
4.3.4  PUH EEBCOR e (TMB) CILEE 5% B o

4.3.5 Fiahfk PCV2 ELISA Hi (AR #s I 57 &

5 PCV2 ik BEET ELISA #& U 75 3%

5.1 HmXE . EWSREFLE
5.1.1 EAREX

% NY/T 541 R MM #5 SN/T 2984 AbPEFFAGHE . 55 4h . #2 GB 19489 HEATAR N
5.1.2 HEmRXEEEE

SR FHH 7505 5 A 220 B BOR SR MU 2 mL L BE[ S 24 h WAEWR U PF TR BISC I = . & A RE X
R85 U 8 ML Y & A TG B (e B0 A R B — 20 ORI I UREIR S R IR RS %

5.1.3 MEFEHNES5RE

BCEE I ML -2 000 r/min B0 5 min. WA B O J0 B RORE 25048 b 52 BIRT T B AR 0
—20 CHRAT . ZRIMIE I 5% . JCH I

5.2 ELISA 21 E

5.2.1 Bl pi i il £ -
a) A PR L B PCV2 Cap H (W AL DR B 2.0 pg/mL, il A 96 £L
b BN M s B FL 100 pl, & 37 °C 2 h;
b)) PE% 2 AL P A ] PBST Peis (WL B.5) Y . A 7L 300 pL, ¥k 3 K. K 3 min, &5
— AT
o B AFALIMA 200 pL 1% BSA A MG A D B O B.2) , & 37 CTFFH 3 h;
& PRI R AL 2 5.2.1 b BEE 3 R I A TR AR AP (UL B.3) . 100 pL/fL, #37 T
THER 1 h;
e) FE.E 37 Ch T HE A E % % i,
5.2.2 I B &R RE RTINS .
BUR PR G EIL R (R D EAR DR RS (YP ~YP D M & . IS 7 B (WL B 7E
T B PO AR A I 1+ 1 R, B LSE N 50 pL KRS B BN 50 pL £5 K 035 IR A G L #90 &
F HARIC X B TP R AL B AR B AL AR RINA R YP, L YP, (YP, e ST B RS L EUEE Y
I35 B 49 7 B 45 Sk
R I35 A B 3 22 B (=10 53D 7 596 fiT D I 355 6 e A 88 JOT A7 o ARG, I 348 » P14 4 T 4 1% I 3%
BB BT IR AR, DA AT RE il s g e ] — 2
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X1 HRMBERRGEFEZEDD

1 2 3 4 5 6 7 8 9 10 11 12
A — — YP,, | YP. | YPy
T+ + YP, | YP» | YP,
C YP, YP, | YP, | YP, | YP,
D YP, YP, | YP, | YP. | YP.
E YP, YP, | YP, | YP, | YP,
F YP, YP, | YPy | YPs | YPi
G YP; YP, | YP, | YP, | YPi
H YP; | YP. | YP, | YPx | YPy

e — BT B S B B YRy SRR 1 H R e

5.2.3 Xy BRI IE - IV AR RV (UL BL4) K BH AT BRI (UL AL2. 1) (BT BRI (UL AL2.2) 43 51l 4
1 1R BE)E 40 100 L B BRI 23 5 m A AL FLAT A2 FL, 480 100 L BHAPE X B8 afin 375 49 501 i A
B1 LA B2 L, W HUAR [w] i v i 7 22 0 4 3k .

5.2.4 REME RBEIR G M RN AR LA AR S 20 1) T3 2550 & 37 CTRIEE 2 h,

5.2.5 PE¥:IF 5.2.1 b),

5.2.6  JNEGAREAGTRINE A - B ALINA 100 pL TAEVR BE ) HRP 4ric 9 PCV2 Bsd B Hi ik, 37 CHEE
30 min, %A AT B = 08 S kR 2 'C~8 C,

5.2.7 PE¥:IA 5.2.1 b),

5.2.8 A6 EBFLINIA 100 pL TMB JEHK R 8 (W B.6) .37 “CREEHFE 10 min~15 min. 5 BH %t
HECG i € BH P % BB ACOR i) LA 50 pLL &gk (WL B.7)

5.2.9  FERGHE A RERT DAL 450 nm P AL B FL Y OD {H %k, 15 min F 58 ML,

53 ZRAFE
5.3.1 #RtE

BF 4 6 BB SF- 2 OD ff (NC) L (1)

NCy= (A1 7L OD {i+ A2 7L OD {#)/2 oo (1)
B E X BESE 2 OD {E (PCy) LK (2) .
PCy = (B1 4L OD {f+B2 L OD {#)/2 e (2)

ity BELIT 25 1 38 L 5K ()
BH 7 % (P1) = (NCyx — #£ /5 OD ) /NCyx X 100% N D)

5.3.2 HE

NCx KF 0.7,PCx /NTF 0.4 B 38088 5440 isr . 24 PI=38 Y0 0 BH I, PI<C30 %6 1 S BA L 30 96 <<
PI<C38 %6 I Sy nf B , XoF 1 S5 A i BB K6 I — L P1<Z38 %0 » J) hg [ 4k
B T b AL PCV2 ELISA FMA#G a0 &, HoR /R Fpl @ s Hoyd i 5 k47,
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M R A
CHI S 14 B 5%
MEREH &

Al EHCap HEHI &

A1l E

FIRPUEE M B BL21-CapC, i & PCV2 Cap 5 51 ~234aa & M JFA% 3 3k Jfi ki pET-CapC
ek KA1 BL21(DE3) 3845

A12 BERER

B BL21-CapC Fl F IR 55 2 B AR 1 B M T & RIBE R M LB AR 5% %9, 200 r/min.
37T CHRIEZHFF 1.5 h~2 hy IR K E ODso o 13X F] 0.6 ~ 0.8 B, i1 A IPTG & & ¥ i
1.0 mmol/L,37 CH#ZE: 5% 6 h,

A3 HERBEGSEREERRER

B A2 WM AR 4 °C 8 000 r/min B> 5 min,PBS Z i (0.01 mol/L,pH 7.2) & &,
VRS 2 5% BE L iE & PBS SR A W IIVE , IF S VR Rl 3 G 7E 2 200 W 25 1 N i 75 I 24 i
NP AR 5 s A 5 s, B A BRI WG VKA DR K LAY 4 °C 8 000 r/min B>
10 min, PLHEH 5 EiESARAA PBS 4. 8 000 r/min B0 15 min. HAMAVER T (WL B.8) AL
.4 °C 2 h, ®E 1¥;8 000 r/min .0 15 min, MMALER [ (W B.OEEDHE.4 C 2 h, R 1K
8 000 r/min B.[>» 15 min, J 8 mol/L REEEILIE .4 CHLE 12 h~24 h;8 000 r/min B.[>» 15 min, I
BB VE CEP 24 /8 D 20 808 06T E AR, 7% — 20 CRAE

A4 ERAMBERERE
A141 HIBEA&ELE

BCALS W AR BRI 25 pL 59 5K F AR A EARZE il . SE IR 2 )5 100 C 2k 5 min, 37 B
K E 1 min~2 min, EREFTBRR SO, BRCENT T 1220 NG BERE SDS-PAGE 437 . 78 41 kDa Ab i
P 2R I A5 DU A3k 906 L) b

A1.42 EAmBEMYEE
B b B B RR A 20 pL, 4% ALL4.1 JyikiEdT SDS-PAGE Hijk., #R)5 25 VHE T ,#4E045 min,
ffi B & 03 NC B . ) PBST Weik W (WL B.5) FR il 09 5 % i B IS L& 2 ho PBST Wik J5 .

R B PCV2 Cap ¥ BEHUA . /EM 1 h.PBST JE%. 500 1 ¢ 20 000 F B AY £ T R IeG-HRP fE H
1 ho PR S5 0 i (6 T 1 25 MR L R AE 41 kDa A HY 88— 5 B8 45, G HAth 2%

A1.43 HmERERNE

FH 28 B8 5606 BE 3 43 5 52 49 8% B1 B AE 280 nm F1 260 nm I K B A O W Il COD) , 32 24 =
1.45X OD3g0 um —0.74 X ODy ,.r,,ifﬁi‘ﬁﬁ/ﬁfﬁ 9/’&&2:1&3: 0.5 mg/mLo
4
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Al44 mEREFENHERE

KM ELISA J5 il i o 5t A O 2L 9 & F A 1.0 pg/mL B B2 0.2 pg/ml, 4 B4
ELISA B bR, #5477 ELISA K . Ve BH P BRS040 S/ P A = 7 B 4 i B v N 00 0 5t e v i R
PR S A B BE . RS R T 0.25 pg/ml,

A1L HERRE

BRI AP 2E 15 mL EEOER . AREN 1 mL/E. 570 CTHFRE. BR800 N
1248, B 2Rl RTE gy,
A.2 PCV2 A F0BH M Xt B8 1 75 5 &%

A2.1 PEMEXTEEMmMF
A.2.1.1 IMmiFEREzY

A JH I ~ 6 JA % £l AT B CELISA R i o PCV2 HTRBI1E . PCR A PCV2 BITE) . b 85 ML%E
7 d,

A2.12 BEEM

B PCV2 SH #k (TCIDs, =10%" /mL) Jk 7 ¥ » R ALA FE 5 2 mL/3k . [E1R% 28 d FHAHTE )& PCV?2
FRR LR A, 28 WREEF S 20 d~40 d R If 20 B 13 - F PCV2 (832 G 2 52 6 I 46 I PCV2 Hiik,
PO R T 1+ 64 B, BV A] TR 13143 B9 1 3 .

A213 MmiFEHE

SR SR B ok R it 5 3 TR R A I 0 0 B ML L 0.45 pm BB RS BEBR . ] PCV2 JA] 2
FAEDOCIXAGI PCV2 HTiA, N BIE . LT ELISA J7 35 PCV2 ELISA $T4A . BH W 5 35 i K
:J: 60% 9()D150 nmﬁi{g@{&:]: 0.40

A2.1.4 MmMERE
B —70 CLAUN R b S SO VR AN TS e A R0 24 A
A.2.2 PAMEXTER M E
A2.2.1 MiFEREZY
[l A.2.1.1,
A2.22 MmiEH%

R B S B Rk R i Ty =X, TG B R A L B0 43 S L L 0,45 pm JEE G BEBR R . PCV2 (Al %
B PED AR I AG I PCV2 B, B BAME . BHIBT ELISA J5 35 46 I BH W7 (K T 30 %0 ODuso o TEL 34 R K
F 0.7,

A2.23 ImMiERE

[ A.2.1.4,
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Mt % B
(FLSE 1 B 3R
A i BY B

B.1 #;iEE#%(pH 9.6,0.05 mol/L)

FRHL Na, CO;3 1.59 g . NaHCO, 2.93 g, I8 F 7K 800 mL, f} 1 mol/L # NaOH #l 1 mol/L Ay
HCL i pH{EZE 9.6 . MEEF/KEAZE 1000 mL,

B.2 #HHAK

PRI BSA 1 g, i # T 100 mL PBST BE#MH ,0.22 pm PRI I8, 73265 4 CORAE,

B.3 fRIPFI

PREUBSA 0.5 g BENE 2 g, N6 8 7K i JF € A 2 100 mL,0.22 pm JERRE 3, 7345 2 C~8 °C
#H.

B4 HRHERER

B NaCl 8 g . KH,PO, + 2H,0 0.2 g.Na, HPO, « 2H,0 2.9 g.KCl 0.2 g #1 Tween-20 0.5 mL, &
TREEBE TP ELAZE 1000 mL,0.22 pm JEMEEUE . 53% .20 mL/ . 2 'C~8 CTHIRFF.

B.5 10 &R EERK

B NaCl 80 g . KH,PO, » 2H,0 2 g.Na, HPO, + 12H,0 29 g.KCl 2 g.Tween-20 5 mL, Il A K 1%
EEFKREDEMEEZE 1000 mL,0.22 pm JERETIE, 7036 ,80 mL/ffi. 2 'C~8 CTFI-FF.

PBST i Bt il 5 10 A% e 4 Ve MWK &2 28 22 1R, I 18 3h i 0 5 it (T 37 °C /KB4 rp i #4
5 min~10 min) . 8K J5 FH 258 FOKAE 10 f5 %6 B IR 50 W6 B AT I DR AE 2 "C~8 CRILIAFRL 7 d.

B6 EBEK
A W B Na, HPO, 14.6 g FF 2R 9.33 .30 % H, 0,2 mL, WK %E 1 000 mL, & pH &
5.2,

B & A i < BOpY H LR (TMB) 20 mg, Jo/K L% 10 mL, i Z€ /K 2= 1 000 mL,
AR A WA BRERIRA 0% TR AN .20 mL/#i.2 °C~8 ‘C FREIRAE .

B.7 #1ti% (2 mol/L H,SO,)

BEBE K 177.8 mL, 28BN A H,SO,(96%)22.2 mL, 433,10 mL/#fi,2 'C~8 C F {414,
6



GB/T 35910—2018

B.8 @iF{ki%i® I (pH 8.0)

B Tris « HCI 6 g.NaCl 5.8 g . EDTA 2.92 g.Triton X-100 10 mL, i LB F/KmM=E1 L,

B.9 @iF{ki%i® I (pH 8.0)

B Tris « HCl 6 g.NaCl 5.8 g . EDTA 2.92 g, Triton X-100 5 mL, i L& F/KME1 L,
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