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AAFHERE IR GB/T 112009 4 th (B 35
A ARUEAC RS GB/T 186482002 YIRS Wi AR ). 5 GB/T 186482002 Al 1 . Ik 4 48 4 65 it
Sh L ETH AT

BT A LS 3 B

BN T AR A L 4 B

BT BRI (LA 5 )

BN T SR B TRE R R AL E LS 6 )

BN T B65E PCR 7k (A 8 35) 3656 RAA J7 ik (LA 9 25 L B o 0BT ik (LA 10
) et ELISA HUE I 7 i L85 11 85 L BT ELISA Stk il Jr ik L8 13 35 et
ELISA Hr AR I ik LSS 14 85) | JaIHE SO0 7k (LA 15 5 4% 52 5 % B i 7 1 5

BT SRR LA 16 8

BT R AR TR A T AR 7 L BRSO 7 LB B +

e T I S T A B PO T 7 7 LB S 2002 4RO ©)

AR S (0 K A AT R B L AR SR 8 2 A UK R TR LR 2 R 4T

AT A A R 2 A 4R 4

7% b 1 T 4 S TR BRI B R 28 B2 (SAC/TC 181 I I,

AR AR B o [ B TR S AR R L

A4 T A N SRR b ORI T S A 3 L R O

A 4 B AT BRI B K A XS T R R T L E

A5 P b 8 19 13 RS 2 A 0
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FEMIEE IS BT R A

1 SEE

AARERE T ASE WG RIS W, 5250 % 12 W FE O R 48 X b 38, DL J 838 PCR J5 .98 PCR
5896 RAA Ik B 58 Je e A B vk L Je 0 ELISA 0 J5 A I J7 1 | (8] 82 ELISA Hi 44 46 I 77 3 . B
Wi ELISA Hr il Jr i . Je 0> ELISA HTARKE I J7 i | (8] 45 e 9O 7 ik S5 5L 8 =12 Wi i ik

Ak EiE H T Z B RE ASF B9l 5 W,

2 AeHsIAxXH
N HN ST XE T A SO B R e AR A PLJE T HO A 5 1 SCPE A0 BB A 35 T T A 3C

o FLEATE H A5 S0 s IS CEL 36 0T A 1948 2l s 38 AR SO
GB 19489 SZI=E ¥4l TR

3 HEEEIE
G T A SO

ASF: JE 3495 (African Swine Fever)

ASFV . dE M & 950% 7% (African Swine Fever Virus)

DEPC; £ %2 — Z.Jig (Diethy Pyrocarbonate)

EDTA . Z — W Z g (Ethylenediaminetetraacetic Acid)

ELISA . i 5 40 2% W B 5 (Enzyme Linked Immunosorbent Assay)
FAM. 6-# 39 ) £ (6-Carboxy-Fluorescein)

OD )% & (Optical Density)

PBS. # iz £k 2% i (Phosphate Buffered Saline)

PCR ;R & W5E 2 2 i (Polymerase Chain Reaction)

RAA . HH N S HFEZRY H+H R (Recombinase Aided Amplification)
SPF . Jo 4% & 9% J A (Specific Pathogen Free)

TMB. P4 B JEBE R e (3.3",5,5'-Tetramethyl-Benzidine)

PEAT ASF S22 12 Wik QA ol Ab B R IR 4R 0SS L W 4R IR GB 19489 $hAT .

5 ImKi2H

5.1 ZEZhHMMNEE

WS W) JE ASEV 895 Y. S8 MO BF % 05 ASEV w8 8 5 8%, H 3 B AR B A4 1l A A AR
FET A5 AR Y EF % 0 IE A L AP L £ 30 4% R L AR L % e ASFV 5 AR A0 B0 A H BRI DR E IR, 2
1
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95 7 1) i A7 1 2.
5.2 IEKRERI

5.2.1 faft . oW Wil RAEAR RARFET

5.2.2 Sk ARE A AL 42 °C L UUAR . PR B L DU L R FR B IR AT s T R B AL A At R AR
AT RE AN 23 A 5 MK vk 5 e B, 205 2 T AT ML 90 R0 280 Y0 i 5 MRS L A I . LB AR M P A AR
I 1R R o R A ) s S0 S i 8 45 O A A e R R AR B A R . W SE R TR 10000, i AR
4 d~10d,

5.2.3 WL W PRAEAR 5 VAR ) o (EL0 1 B o AR AR B . PRI D B TR, — B T 40.5 C
PR LR B . e 5 d~30 d.

5.2.4  SPE PRI IR RXE R W EUR TR K. B ORI, MK, Bk BOR .
FET-HAK. e 2 DB 15 A,

53 fREETH

LAY f 55 BHAS Ab A0 5 S R R T T 0L L H O, B L AR R A AL O OB RO AR R i
S H I8 BRI M s AR R I L L 5 AR AR L B0 T A 9 AR PR A A A I P 9 TR R B
YL i U N 7R Y A I SR N N T S A [ WS A k2 S I SN W B IR VIIEZ s ] AR 1M O N AN 1 9
(SR N =N RO 5.8 i i O R A 7 NI =7 N = S R T A O F B L VR T
5.4 KRiZETERHAIE

Sy SNy BB AR i PR R R B AR A L wT ) A0 R S BEARL AST 41

>

6 SLEEIPHHEMRERALE

€

N

6.1 K

6.1.1 0.1 mol/L PBS(pH 7.4) . Bt il 77 2= WLIfF 5% A 9 A1,
6.1.2 0.04 mol/L PBS(pH 7.4), el 7% W A.2,

6.1.3 502 H ili-PBS S-AFW - B il 7575 W A3,

6.1.4 HFHEE.MKE N 10 000 TU/mL,

6.1.5 HE®ER WK 10 000 pg/mlL,

6.2 RERER

6.2.1  FRb BT BV T R CEEE RO AR B Sk (B R AR AR

6.2.2 A HARIMA (FF EDTA HrEfD (#5048 (2 mL. 10 mL) B 5 AR AE 3 45
6.2.3 A AR HE B R B b s B B B — kTR,

6.2.4 CRFEICTFEA M CRFER 055 2 B KRS

6.2.5 Hofth . P& HIMRZE B 20 A LB O UKAS S

6.3 HmEE
6.3.1 OBRFRE

SR AR SU R B A RS ) D S AR . R AR A5 A D s sl e sh = /0 3 Bl R AR T
JE S JE 1) 43 0 ) 5 I3 WA ) o S RIPREAX T2 A T mL 50 Y0 T Il-PBS SRAFH Y B K8 Ry, 3 R
2
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B0 o B B R RS VR IR AT
6.3.2 Sm#&ARE

TE KR IERE R T 2R M4 G EDTA HUEERD R 4 — 2 Kot R i R RESE 2 104 5 mL. %
B 5 R S IR IR AT

6.3.3 MEFEHMFKE

TEARF— BRI RE T R AE R AE R AE 4 45 5 mL, S ECE 12 h~24 h, 43 8 I3 . 26 A B0 4
L B Ve RS RO AT

6.3.4 HAKMRE

R AR FEIE ol PR B A LR . B R, O R R AR R A R L BE SR . MR
JERAEZ) 3 em X 3 em K/, i B A 4 A R £ bk B 235 0 B i ™ B AR SRR BE L BER B R E 2 3 em,
B B R AL A 50 % H Il -PBS (R 7w

6.4 FEmALIE
6.41 O.BHFHMLE

FUL S BT B O il 255 S BRI BEAT ASF 5 UG I 5504 VR A3 47 4
6.4.2 £ &4E

A AR ICHE S G5 o 57 M HEAT ASE 5 IR0 I sl v VR fif A 4
6.4.3 IR &AL IE

135 BRI RE & 5 o ST B IEAT ASEV S0 1R I 5504 A A7 75
6.4.4 AR RLE

IPUIE B R A 1Y £ U it BT AL ZU S IR P e o ORI L I AU D 1 000 TU/mL Y95 R K
1 000 pg/mLAYEESE % . K Y 0.1 mol/L PBS(pH 7.0 il 4 10 0 L1513 W . 2 000 r/min 5.0 kb
10 min, BCEGE8 bR iC s 5 - 5r BVEEAT ASE i BRI sl v R i 47 45

7 L@ PCR &

7.1 K F

7.1.1  DNA $2BUR 7 & .

7.1.2 PCR #iiE# (2 X): Tag DNA % & M (0.05 U/pl), J2 % 2% # ik . 4 mmol/L MgCl, L) &
0.4 mmol/L# dNTP,

7.1.3  TCEEFRREGK  BCH O WL SR B B B,

7.1.4  TAE Z& i, Bl 7 W B.2 A1 B.3,

7.1.5 226 (SRR B , O 1 O vA L B4

7.1.6 6X FREZE MM

7.2 XBinE
7.2.1 A SRR .
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7.2.2 PCR #"11¥.

7.2.3 A RIR LML R ORE L 1 12 000 g BLED.

7.2.4  FREFRUE UK AR K P HL TR .

7.2.5  BEBAGAL (SO AME A0

7.2.6 R ATMABW AR (2.5 pL, 10 pL 100 1,200 pL 1 000 pL S AR REAS)
7.2.7 THERRNEOE SRk,

7.2.8 PCR ¥ 144,

7.3 5|43

195 % ASFV B646L 3 [H i 4 57 IX 3 i% 3. F3E 51 % PPA-1.5-AGTTATGGGAAAC-
CCGACCC-3'; Fiel ¥ PPA-2.5-CCCTGAATCGGAGCATCCT-3', ¥ #a7r=¥K/NK 257 bp,

7.4 KBEF
7.4.1 iZEEIEER

K DNA 42 Bt & 62 BOs SRR AS b 1 5 A% TR - sOH A 3l P A% R 4 OISR BOAS R BE A o g
TR . WNAE 2 h ARG I R B A AR T oK B AR AE L AR UL BT — 20 “CUKAR IR AT

U AR AL TR » L 2 D AL A — A B X BT — S B X B8 B PR X BERE i Wl ASEV R BH A
AN UL A2 L 10 20 2H 2150 5 sl 200 05 3% L5 W80 5 B4 X BEURE fit 17 A E A% PR /K 5l % ASFV AR 9 4
BEA LI VA2 1M 10 20 21 810 SR sl A0 I B 35 1V 10

7.4.2 1EEY i
7.4.2.1 ¥iEER
FEANFES L) 22 pL PCR RN IR AW A F -

T % 2 g K 7.5 pL
PCR FUIR K (2 ) 12.5 pL.
PPA-1(10 pmol/L) 1 pl
PPA-2(10 pmol/L) 1 pL

¥ 22 pL PCR IR G WA B 0.2 mL PCR 971545 ;4% 3 pL DNA BA A PCR ¢ 148 .
R IEATH 30 PCR 47 8 I ¥ 10 15 57 BHAE SRR B 2s okt B . BH A b R T I 4 o EURE o Jor 1 BBURZ: 1 1
SRR AR o I A T RN P ISF P X R 5 T B T A R AR, 2 10 ) B P TG A% T Tl /K VE S B o I A
M % R A R B0 BT A PCR &34 48 M PCR A, 4% 7.4.2.2 8179 1R )T

7.4.2.2 ¥HEEH

95 CWAE P 10 min; 95 C AP 15 5,62 C3iE k 30 5,72 CHEMR 30 5,40 NHEH; 72 °C &4t fif

7 min,
7.4.2.3 PCR ¥ 18 7=#H ik

B 5 pL AY 6 X EREZZE v im A PCR F=#5 R A EHC 8 L i A ZIME F 1 X TAE 22 np i e 1) /Y
2% B MR AR A TP L LK 30 min~40 min, LYK G L BOIR M BE BT RE I AR A o g 45 IR

7.5 BRI KM

BH A RS AT /N 257 bp B RES PE 538 2% o ELB X BRI 25 1 08 RO TG AT 7 3 2%
4
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7.6 ELiE PCR £R¥E
PR 7.5 BYZRAF - BORRE dh A K/ 257 bp (9 HF 5 PR3 454 . HL 5 B B8 2% 41 70 7 8 R/
FE S WRZAE Al ASFV AZ IR B 5 Bl R R it JC A4S 5 1k B 388 2607 KIS ASFV A2 IR B

8 3% PCR /i

8.1 iX#

8.1.1 DNA &t & .
8.1.2 JCRLPRMEK . Uil Jrik W B.1,
8.1.3 ¥t PCR BRI (2.

8.2 /iR &

8.2.1 %t PCR ¥ #4%.,

8.2.2 AR S HE LA KO F 12 000 g PLED,

8.2.3 fHE T A (2.5 L, 10 pL 100 pL 200 pL 1000 pL ZEA R BLAR) .
8.2.4 TLIZRRMEE LA 5k,

8.2.5 PCR ¥ #44%,

8.3 SlHAnEREt

S AMEE £ XF ASFV B646L 3t 4 (44 <7 )7 81 i1, B354 VP72-F1.5-GCTTTCAGGAT-
AGAGATACAGCTCT-3'; F W% 8l ¥ VP72-R1: 5-CCGTAGTGGAAGGGTATGTAAGAG-3';
TagMan #4%} VP72-T1.FAM-CCGTAACTGCTCATGGTATCAATCTTATCG-BHQ1,

8.4 IR
8.4.1 1ZERIREX
FikE 7.4.1,
8.4.2 ZBRY 1B
8.42.1 KR

BEASRE RO 18 pL 225t PCR RONIR A3 4L F -

TJo % R Bl 7K 5.9 pL

%36 PCR BRI (2> 10 pL

VP72-F1(10 pmol/L) 0.8 pL.

VP72-R1(10 pmol/L) 0.8 pl

VP72-T1(10 pmol/L) 0.5 pLL

¥ 18 pL 956 PCR R AW AN A PCR #1945 5 6 2 pL DNA #idin A 54> PCR ¥ 348 . 1
UCHEAT 26 PCR 43 I 24 07 3 FME BV Rezs | oxh B I 0T ER P P 0 BECRE o T 2 RO R A Ay A

A B A o BN T B P o A T 48 A% PR A1 D A Al 25 F 0 R P DI A TR I K P D AR . i AR Al
Ja B PCR P74 BRI B0 o O BT AT PCR M4 IO POt PCR AN . 1% 8.4.2.2 is A5 9 Hi R )y .
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8.4.2.2 ¥ IHEEH

50 CHEE 2 min; 95 CHIASYE 5 min; 95 CA8ME 15 5,58 CiB A ZEMf 1 min,45 ME  E & —TF
B9 58 CHIEE FAM %1% .
8.5 KIGAITEH

FH X BB A Ct (<30 H i BiAr F ey st a2k, B PE X R Co fE sk B X BB Ct (=40 H B4R
PR il 28 L 00 45 SR R A T N EE R AT .
8.6 W, PCRERHTE

TFE 8.5 BAMF Bk AR i Co E<C38 HH BUAR S ME 9™ 1 dh &, W J o ASFV g BHE : 2406 Co B
% Ct {H =40, H A ASFV #ZERIAYE ; 24 38<<Ct (H<C40 H. W IR 938 dh 2, IR0 S B8 8L, X &8 0
FE b AR A (4 pL DNA BBO#1T 1 IREK M3 AMEE A 2 ~EE CofE<<40 Hi B 5y
e £ BN K ASFV R BHE: . 75 K Sy ASFV 2 B .

9 3 RAA HiE

9.1 ik

9.1.1 DNA #2EAH & .

9.1.2  JToEREEK , FL ik B.1,

9.1.3 RAA RN HIRW .

9.1.4 RAA ZCIHEAN BN B AL % T B, AESS & 810 DNA RE MR T8
9.1.5 280 mmol/L Z g%,

9.2 UHFiEHE

9.2.1 HE IR T IR ML

9.2.2 &AM EEE LY KOS 12 000 g L),

9.2.3 EFTEBE (2.5 ¢L 10 pL,100 1,200 pL,1 000 pL S R FLHE) .
9.2.4 THMEFELE SRk,

9.3 5|#

SRR E £ X ASFV B646L 38 K A9 #5737 8% 3. LiiF5| 4 VP72-F2.5-TAGTGATAGAC-
CCCACGTAATCCGTGTCCCAAC-3"; F % 51 ¥ VP72-R2. 5'-CGATGATCCGGGTGCGATGAT-
GATTACCTT-3'; % 4 VP72-T2. GATACGTTAATATGACCACTGGGTTGGTAT (FAM-dT) C
(THF) (BHQI-dT)CCCGTGGCTTCAAAG,

9.4 RKWRERF
9.4.1 ZRERIREX

JriEE 7.4.1,
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9.42 BZBRY L
9.42.1 HHEHEZR

BEASFERICH] 42.5 pL 9258 RAA ROV IR AW 4T

RAA TR & 37.7 pL
VP72-F2(10 pmol/L) 2.1 pLL
VP72-R2(10 pmol/L) 2.1 pLL
VP72-T2(10 pmol/L) 0.6 pL

B 42.5 pL 206 RAA ROVIRGBOIMA RAA S IR SO . I0H o 5 pL DNA BEAUINA A
WA R 2.5 pL SPRBEMNTE RO BRITA 55 b BERKIEAT S0 RAA 4 1Y I 25 5057 B LB PE & 25
Xt IR o B X R TP B P X R i T 82 IR R A DA A S 4 ok R T 91 P8 0 R i O i B TR A A
BREA 25 10 IS, P T A% R Al K AR D B o AR o 8% 8 B R AR IR PR v TR 23 A . S8 LR 2
WAl J5 B BT A RO A SO AR RGN S0 . 42 9.4.2.2 s AT IR .

9.4.2.2 HigH
BRI IE 39 °C 5 R 15 min, GG 20 s BASBEEAT 5
9.5 UM LM

PP RS W I () << 1. 67 min L B e S 06 oty 2k o 993 P8 0T 1R G S 06 s 1) s[5 41 o O A g g
8] =>10 min H G4 S 1 U6 il 2k, 3030 295 R A 200 1 ) 7 J8 R AT 1

9.6 T RAA LERHATE

R 9.5 MY AR IR A S R 04 e [A] <C 10 min FL MY S04 5 1 0 il 6, D) S ASEV A% 1% PR M 5 4
G R it TG G T i) A R R 0 ) > 10 min HLJE 4% S R 0 it 2% L ) 5 R ASEV R P
10 BHXXERSWIE

10.1 K F

10.1.1 JeRE R B K B 5 3k 0 B.1.
10.1.2 0.1 mol/L PBS(pH 7.4), it 771 L A1,
10.1.3  ASFV $it Jit i B9 e e il i) R CRzil ) &

10.2 {X=BiE&E

10.2.1  mHOLT AL,

10.2.2 LKL,

10.2.3  fE B AR (2.5 pL.10 pL, 100 pL.200 pl..1 000 pL AR [FERLAE)
10.2.4 & 2GR & 3 B2 O ML (e R0 1 12 000 g DL 1)



GB/T 18648—2020

10.3 KR
10.3.1 #AETAE
10.3.1.1 Mk HEALE
Bl INCEZPU /R UL (IRT N (145 vy 2 SN
10.3.1.2 AAKAKLIE

OB A LS R AL S0 L 2541804 g A SIEHL, iMA T mL 0.1 mol/L PBS(pH 7.4) Z& i ifg ,
FTHRREFE AT 0 I TS RRRAG

10.3.2 #&

FERTAEA MG I R 2 °C ~8 “CHUH P 2 50 (25 “C A s RO A UL
10.3.3  fnf¥
10.3.3.1 Mm% .MRMALRREFR

FH ] 5 B2 s W BUREAS 40 L I AKG I 5 ARG AN A 50 L Hi B » MITARE TT B 35 8 9 38 2
15 min J5i%{4 .

10.3.3.2 £2Mm . Z%BEER

JFH A T RS YA W BRRE AR 50 pL IMAKE I R .5 min JFMIA 50 pL B BV, #2365 TR 50 pL 7
BEW e o MR TT O i B G 8 S L 15 min Ji5 B AR

10.3.3.3 MEik.FEE.SKEMR

FH A ] 8 B2 R S W BUREAS 40 L ARG 45 L ARG AN A 50 pL i B - MINARE T B 35 8 0 88 2
15 min J5i%(E .

10.3.4 &

ESEIENT 15 min 5 BRI R A S BB 7 AR 5l 2 W (E
104 SERERESWERAE

BEfEHS ASFV Bl & B IE L .
10.4.1 &M RHE

WA ARE dh 2 B <712, WA ZE S ASEV ST B 5 BIAS B i 32 {5 =16, U %€ 9 ASEV 70 0 BH A 5
12T ARG it B2 (<16, UK 5 Ry 7] B

10.4.2 wREHEmMENHE
ABERE A R <12, WP E S ASFV HU P ; ol BEAE G B2 =12, WA E 5 ASFV Tl B
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11 3 ELISA H1E# 7 i%

1.1 =1KH

1111 PSR ASFV P30 8 H S soREPLIA .

11.1.2  BEFRPOMAR  BUR 3 AL Y BEFR 0 19 P30 B A 8 HT (C5E X P30 B A AR R 4D o

1113 XA ASFV BHAE XS B AR AR 25 23K P30 2 1) CASEV [ PEXT I (SPF J& 135D
1114 A0 92 Wil - e il 05 vk WL S C i Cl1,

11.1.5  HPAZ . kW C.2,

11.1.6 i BE92 ik . B O ik WL C.3,

.17 BRI 7k L Ca,

11.1.8  TMD Y% i . Bl 77 ik WL C.5,

11.1.9  Z bW, Bl 7kl C.6,

1.2 U&HFiE&E

11.2.1  BEFRAY,

11.2.2 HEWREM.

11.2.3  BEARALBLE B

11.2.4 96 fLEGEFRHR .

11.2.5 “U”HI 96 FLF B

11.2.6  fhE rl RS A% (2.5 pL. 10 pL 100 pL,200 pLL 1000 pL S5 [ HEA%) .
11.2.7 WA,

11.2.8  H MK,

11.2.9  Wok4ti .,

1.3 KKERF
11.3.1 SHWEIRER

P30 1 H e B BT A A 852 thil 1. 200 A5 B - B AL 100 L L9 96 FLAEFR AR . 37 °C A Rl 2
R 2 b FHBEE G R AR 4 YR L300 pL/FLINA S5 AT 2R pi iR, 37 C AL AT BT W B 2 b TR
FIE TR 4 WAt

11.3.2 . ELISA i E# IR (ES B

11.3.2.1 FEfir AL AR B . 25 L/ fL,

11.3.2.2  [ilghs AR b 0T BN R A A 5 1 2 A 6T DL 1. AF ALBL fLrpoin AFHPEXT IR L 25 pL/fL s 7F C1.
D1 LA ABIEXT AL 25 p /4L 7E E1FL SF H ARSI AR AR &, 25 pL/fL.37 CHEF 60 min,
11.3.2.3 355 WAL A AR 2L Pk U 92 IR T Uk 4 WK TRV ZE PR 300 /4L

11.3.2.4 LI ABFRHUA (X)) ,50 pL/9L.37 CHFEH 30 min,

11.3.2.5 5525 WAL A A 1L Pk % 92 o IR T Ok 4 WK TR ZE PP 300 /L

11.3.2.6  BALMAJEYHEW 50 pL/fL. =ik ECE 10 min,

11.3.2.7 &L mA 50 pL &k &0k .

11.3.2.8  FHEFFRXAE 450 nm K T E 45 fL OD {A,
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oim | Ol 0|w| >

S2 |S10

G [ S3|S11
H [ S4 |S12

VLT«

P —— Pk B AL 5

N——F 3} IR AL 5

S1.S2,S3.S4 &F——FF R e it fL . HAY 23

B 1 HmnEFiERROGEFERS

1.4 56 RS &4

BH X6 B OD,50 {1 =>0.5 5 HLBAPE XS B OD,50 [ <20.09 10560 25 47 %805 75 0, 1o 37 A7 356
11.5 3. ELISA BRI E RHIE

TR 50 BT B RTHE T SRR R RE S ODyso =0.12., WA E L AR K FE 5k ASEV $J5 FH M ; OD,5,<<0.12,
W) R R ol ASFV B B

12 [E#E ELISA Hi#&m 75 £

12.1 i H

1211 R ARG FE R B W ASFV P30 A E M.
12.1.2 bR BRI A A B bR 0 0 F U — i,
12.1.3 X RE . ASEV FHPEXS BRI  ASEV B 44 % B il 37 .
12.1.4 Qv 22 vhif . Bl i L Cl 1,

12.1.5 B Z2 op Bl ik L C.2,

12.1.6  FRREZe vhif . Be il 7 L C.3,

12.1.7 YRR GE P Bl ik L C4,

12.1.8  TMD JEW 7 W B il 75 W C.5,

12.1.9 2 bW Bl ikl C.6,

122 UHF/igE
w2,
123 R
12.3.1 SRR
AL 22 thi K ASFV P30 B4 AR B R A MKE 0.3 pg/mL, &AL 100 pL (4% 96 fL 85 AR &7

10
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WA R DN AL 8 ISR B L B 96 FL AR AR KA Dy X IR AL . 37 "CHFIIR T Wb 2 b JH Uk
VRGEMRVERR 4 WORHAT 300 pL/FLINA AT v i - 37 “CHOANTRIE & R 2 b A BE ¢ 22 sh il e Al 4
Wttt

12.3.2 [8#% ELISA i NMR1ES B

12.3.2.1  RpAG L 5 BA M B Xk i 97 (8 FFT A o 4 RV A 40 R R
12.3.2.2 by M b BRI A RE ot 0 23 A 18T LI 2. 50 pL/AL. 76 ATLA2 HI B1.B2 fL o AR B 5
Fry BEAE X BRI 5 76 C1..C2 A D1.D2 LA i AR BT (9 B0 X3 B3 L 72 E1E2 48 AL AT B 5
(9 K 135 - 37 “CHEE 60 min,

12.3.2.3 325 S AL o B WA L LT R A 2 PP TS VR 4 W BRI ZE MO 300 p /L.
12.3.2.4  RFLAINABEAR B (1<) ,50 pL/4L.37 CH#H 30 min,

12.3.2.5 5725 O AL A AR AA B LR R % 92 BT Uk 4 TR TR ZE PRI 300 L/ L
12.3.2.6  HEALINAJEW R .50 pL/L . % L EOEAEH 10 min,

12.3.2.7  BALHIA 50 pl 1R 21RO,

12.3.2.8  JHBEFFRLAE 450 nm K F il 4FL OD A, 4% X (D5 ODys 25 1A

ODy50—c =0ODy;50—; — ODys0—0 ceee (1)
{rfr
ODys0—c——0ODys 211 5
ODys50—; ——ODys, A7 $UFLAH 5
ODys50-0—ODyso B2 ALIE .
12 |3|4a|5|6]|7|8]9 | 10[11]12

AlP|P|S5|S5

B|P|P|S6|S6

C|N|N|s7|s7

D|N|N|S8|s8

E |S1|S1|s9|s9

F | S2 | s2|slo]S10

G | S3|S3|S11|s11

H | St | s4|s12|s12
il

P——PH 4 1ty 35 %) BB AL 5
N-——BH Pk IfiL 375 % HR AL 5
S1.82.S3.S4 & —— R i 75 L, LA 5.

B2 #H&MEERRGEEERSD

12.4 58 B3 &
BHT%XTJ‘IB\.E\ ()D150§>05 ’ H[ﬁﬁﬁﬁﬁ ()D1so§<02 yiﬁ%\ét%ﬁii 5 %:JH\[J 9@§%ﬁﬁﬁ?iﬁg@ °
12.5 (84 ELISA Hk il 45 R A E

PRS0 ST B RTHE T TR A AE i ODuso 22 0.2, WIS IR R K AE i O ASEV BT K B 5 3 A A
11
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ODyso 22<<0.2,, WIHPE X5 K AE it 9 ASFV HLARBAPE .
13 FEEF ELISA f{k 4 Ml 75 %

13.1 RH

13,11 gyt AR BE R IA Ry ASFV P30 A M .

13.1.2  BFRUIA : BRI ALY bR i 14T ASEV P30 25 1 HRL4T .
13.1.3 Xt . ASFV BH % Bl 7 L ASE'V BA 14 %o B il 375

13.1.4 Qg2 vh Bl ik L Cll

13.1.5 B S o Bl ik Ol C.2,

13.1.6  FRBEZE vP  BC i ik UL C.3,

13.1.7  YRIRZE P B ik DL Cud,

13.1.8  TMD JK¥¥s W, B il 77 ik W C.5,

13.1.9  ZLabE . Bl Jrik L C.6,

13.2 {U=|/iE&
i 11.2,

13.3 B EF

13.3.1 BEHEIRR

M B2 b s ASFV P30 FE2H 8 B i B A W 0.3 pg/mL, & 4L 100 pL 197 96 FLAFFRAR .
37 CHANE BT WA 2 b, FHVE RS2 sh R Ve 4 YR, 300 pL/FLN A 35 P 2 ol i - 37 °C 40 RN T i
2 hy TR R sl Ve AR 4 R AT

13.3.2  BEET ELISA Sk MR 1ES B

13.3.2.1 A AR b X BEFRE 5 0 o A 1L WL 3. BEFLIMA 50 pL ARG B . 78 A1.B1 LN A 50 pL
FE P X6 BE M3 . 78 C1.D1 FLAmA 50 pL BHPEXT BRI . 76 ELF1 fLIn A 50 pL # B . A fLm A
50 pL MY IS FE S .37 ‘CHEH 60 min,

13.3.2.2  F R AL P A WA B AL FH U U 22 thTE Tk 5 WKL VR ZE R 300 L/ 1L

13.3.2.3  FH# B 22 w Ok Bl b P30 PRPTAR BE 2 TAEMEE . 100 pL/4L,37 ‘CHEH 30 min,

13.3.2.4 35 2 AL P A WA B AL FH VR U 22 ph0TE Tk 5 WK VR ZE v 300 L/ L.

13.3.2.5  BALINAJRYHE W 100 pL/fL. 2= iREESEAE T 15 min,

13.3.2.6  HFLPAA 100 pL ZOF W, & E R .

13.3.2.7  JHEFRLAE 450 nm (K R I 45 FL OD i, 7153 BB %

12
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112131456178 ]9]10]11]12
AP |S3
B|P |
C | N|S5
D | N |S6
E |Cm| S7
F |Cm| S8
G [ S1|S9
H | S2 |S10

A

P——BH M 1 78 XF BE AL
N——BA P i 335 % AL 5
Con—— il b3 B B % BRAL 5
S1,S2.83,S4 & —FFR g £l ARk,

B3 H&MEIRRGEEED
13.4 PAETZRHEFGE
B b7 2% 422 34 (2) ~ () 8.

BRs=100—(OD,s50_5 X100) = ODys0— ¢ B N G
BRue =100— (0D ne X 100) = ODys0 e N D)
BRye =100— (OD,s0 pe X 100) == ODys0 eerereeeene e (4 )

Hqre

BRs  —FF R ML T B b BELIBT % 5

BRye BP0 R 1l 335 EL BT %% 5

BRpe AP0 B8 1 375 BEL BT < 5

ODyso—s — R IL7E £ & ODyso fH 5
ODy50- ne— BIPEXT BRI 7 OD.so {8 5
OD50pe — FHMEXT BRI ODyso
ODyso o BEAR BRGNS B OD,s0 fH

13.5 RIG AL K1

BH 4 XoF R BEL I 38 =70 5 L B 4 Xt L UK 2R <30 , 350 &% SR A 200 5 5 00 o7 T3 R A T3 6
13.6 FRET ELISA i & R A E

FEAR B0 BT (B4R R o A7 KRR i BELIBT 2 =50, U 40 5 Sy ASE'V T % B4 5 75 A B i BEL BT %6 <<50., 1)
H5E N ASFV HikBItE .,

14 3.y ELISA fufk & 77 &

14.1 K F

14.1.1 f#di)e . ASFV &HAH P54 &1 .
13
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14.1.2  BFR0E B EAL Y R bR iC i F 2 P54 B
14.1.3 X8 ASEV BHE X B 3 W ASEV B X B il 345
14.1.4 G2 op , Be il ik UL Cll,

14.1.5  BPHZ2 P ol Ik WL C.2,

14.1.6  WBEZE op , Be il ik UL C.3,

14.1.7  YRAZE o B 7k DL Cud,

14.1.8  TMD JEW 7 W B il 753 W C.5,

14.1.9 & bR B D7 ik L C.6.

142 (UHFik&E
W12,

143 HWREF

14.3.1 GKEIRIR

ASFV # 4 P54 8 1 AR rh il i B A HE Y 0.1 pg/mL, #5431 100 pL By 147 96 L
PRz 37 “CHLFNRRE T MR 2 b FHBE S G2 s il vE AR 4 WS 47T, 300 peL/ LA A 22 i . 37 “C AL 71
TR W B 2 b FHUE R G2 pP AR 4 KRR T .

14.3.2 ELISA #1ES B

14.3.2.1  JgdnAR b X BOFIAE a4 A &, WLIEL 4, 76 A1 F B £LIn A ASFV B % BRIl 7 4% 50 L,
f£ C1 #1 D1 fLJm A ASFV BIPEXT BEILIE 25 50 pLs FIAAL o ARER AL S i 50 pL.,

14.3.2.2 BB WRSFLPREES (I1% 1) .37 CHEFE 20 min,

14.3.2.3  JLT ASEV HiJE g AR AL AW AR B LI 300 L PRI ZE ph il . Ve 5 IR, ZE BRI I A
T AN I B AL BEAE T

14.3.2.4  HALIMA 50 pL BBEEbRBTE (1<) 337 CIEF 20 min,

14.3.2.5 JA+ ASEFV Hi 5 AR FL A AR, B FLINA 300 pL PE IR 28 vl . YRV 5 I ZE DRI MU A
T AR H R LR T

14.3.2.6  HALAINA 50 pL JEYEW A # 50 pL IEWEW B;37 CHROEME 10 min,

14.3.2.7  HALINA 50 pl 2128 0k 56 5 s i B AR G 2 450 nm JE K AR OD fH .,

14
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—_
(S
w
=~
wl
»
-
(0]
©

10 | 11 | 12

S5

S6

S7

Z | Z || T

S8

S2 |S10

S3 |S11

T | Q|| 3|00 m| =
2
—
w
©

S4 |S12

VLA .

P———BH 1 1 775 XoF BE AL
N af 375 % AL 5

S1.,82.,S3.,S4 & ——E Rl v AL . H AR

4 FEBMEFIERREFEEDD

14.4 RIS T &H

ODys50-ne fE<C0.15 H ODys5o—pe H=>0.6 , 050 45 5 A 205 75 W) FB b 473056 .
pe W‘fﬁ:ﬂﬂ‘?’éﬂ’ﬂ%i@ OD ﬁﬂljﬂ‘j ODis0—~c 5 FHA I3 /9 F- 45 OD {EEIJ%J ODys0-pc o

14.5 i ELISA k6N &5 R ¥ E

Cut Off {HZ (G5
Cut Off =0D,50_s — OCys0_nc B NG|
K.
ODisoos  — FRRE LB FE S ODys B 5
ODyso-ne — FAPEST BRI ODyso fH .
TER IS S AT 4R T - Cut Off {H<C0.15, WK ASFV Hrik A4 ; Cut Off {5 >0.15, 4]/ ASFV
P PH M

15 BEERERETIE

15.1 3KH

15,11 il A PR - B ASEV [ 20 i sk 25 Jk e 5 410 35 (3R 38 ASEV 25 D 114 40 i [ 2 - [ AH 28044
15.1.2  XFREIMIE : ASFV FHEXF BRI 7 W ASFV AL X IR 175 .

15.1.3 O s 1eG HEL(FITO),

15.1.4 40 61 58 9« T L P PEde 12 1 LR

15.1.5  SFPA 22 ik . Bl ik WL C.2,

15.1.6  Hi B 42 ik . o ik WL C.3,

15.1.7 VRS M, o ik WL Cd,

15
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15.2 X=Fig&

15.2.1 56 RIEE .

15.2.2 24 fLANMIRG FRH .

15.2.3  JEE YR G A%

15.2.4 fHIREIRAA.

15.2.5 AT A (2.5 pL.10 L, 100 pl,200 p1.,1000 pL S5 [RIHEAS ) .
15.2.6 S5 asICH k.

15.2.7  WoK4K,

15.3 REF
15.3.1 HEHRBH &

TEPEA I A0 Bl ) 24 FL AN A B IR0 R A0 M AR K SO Do L HEAT A ML ST A . 4 45 3 1 R e
ASFV Fha iRk ASFV & H R R4 EE .37 CHEFFHFRZY 48 ho BALINA 200 pL 004 20 i 151 12
He 20 L[5 RE 10 min, 57 2% 18 5 10 65 20 SR AR el T R A7 T — 20 "CukA s

15.3.2 [E#ERERAECVIRIES R

15.3.2.1 K [85E BB AN —20 “CokAR BT BT BEER e ifais vk 3 U vk 22 vhif 1 000 pL/ 4L
15.3.2.2 st b X IEARE il i) 20 A L LI 50 5 25 SO L b B L 7 AT LA 200 L BHAPE XS
MR I3 - 75 BL ALINA 200 oL BPEXS BRI  HoAR AL 200 p L 5975 4G 1L 35 A A . 37 CIBE 7 60 min,

1 2 3 4 5 6
A P S3
3 N S4
C S1
D S2

LT .

P—— PR AL ¥ % Bt AL 5
N——FF 1 i 775 0 B AL 5

S1.S2.S3.S4 &R R L TH £L . HAR 23

B 5 #HRMFEIREGEFEER

15.3.2.3 5525 S i AL A B WA B FL R VR 4 22 MR Uk 3 WK TR PRI 1 000 pL/AfL
15.3.2.4  JHHG B 2% vh 0K 9t — PR B 2= TAEW E ,200 pL/FL,37 ‘CHFE 50 min,
15.3.2.5 5 5 W AL P A WA o B L FH Uk U 22 VS Uk 3 WL VRV G W 1 000 pL/L.
15.3.2.6 6 W BE AL LE R .

15.4 RBERI &G

FEPE X 1 ) B S 2 € 9 01 o L BH A ) IR I A S P 2 € 9 O+ a8 245 2R A 28 7 DU 7 SR A
5.

16
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15.5 E#FEEBRRAERFE

TSR AL Y BT BE T R AR i 1 B S5 M 2 (B 920 . WK Fp A B O ASEV BUAR B . fr
B TORE 5 PR 4R B 02 W HE R A AR Dl ASEV HTIRBIPE . o R il ) B0 AR 4 53 1 4 68 2 Dl 59 O
T B U RE A A O ASEV A AT S, e DR T ARG I AL A o S AN ] A 5k T AG I

16 LZ&HE

16.1 28 5.4 F%E N BERL ASF i i, 238 PCR J7 3k (WL 7 55 (2L PCR J5 ik (LA 8 &) .5k
RAA J7 ik (WA 9 FOAE—TUR I Y ASEV AR BH P Y« a8 8 8809¢ D' S e 0 A i (ISR 10 30 (el
ELISA HiJE R 77 2 (DLES 11 8O 4F — Wik Ity ASEV HT 5 BHE 19, v 2 Wi &y ASF i i, 4n 253558
PCR 75k (WL 7 FO ARt ASFV A2 B R Y - 5 28 v 8008 6 S 82 20 i (ILER 10 75) ety ELISA
PSS J7 12 CULER 11 FO ARG ASFV FL I B B9 7575 225206 PCR J5 i (W5 8 75) (%0t RAA Jr
P CULER 9 F0) MEAT PR AR — A th ASFV W2 FHAE: (% . W12 Wi ASF 9 4]

16.2 JCHI Sl PRAE AR 19 5 S s 2 3% 38 PCR J7 % (WLER 7 50 (%80t PCR J5ik (ILER 8 &) .50k
RAA J5 4 (WA 9 FOAL—IURL I ASFV A% 1R FH A 9 . 35028 i B0 S e 2 i vk CILER 10 58 Ll
ELISA B JER I 7 2 (OLES 11 24T — A I . ASFV B B BH 1 (4. vl 2 i ASEV ke ; 4 48 3% 58
PCR 75k (WL 7 FO ARt ASFV A B 1 A » 8 28 v 8008 6 S 5 20 i (ILER 10 55) ety ELISA
PRSI 7 2 CULER 11 FO ARG ASFV FT I B B9 575 22520 PCR J5 i (W5 8 55) (%00t RAA JF
P CULER 9 ®0) MEAT PR AR — A th ASFV W2 PHA: (%, W12 W7 ASF Jg

16.3  Ze [l ELISA FUAR RN 75 i CWLER 12 5 (BH I ELISA FTRR I 75 1% CWLEE 13 %) Jelr ELISA
ORI 7 ik CHLEE 14 30) i) 45 G e 520 75 ik (IS 15 B AE — TG I i ASFV B (A BH A% 11 . 0l 32 Wy
N ASEV BT ; in 22 Al 4 ELTSA HTORAG I 7 vk (UL ARG 12 %) (BHIEr ELISA B (R 460 75k CIL5S 13
B0 Rt ELISA HUAHs i Iy vk (ILSS 14 30 450 25 R A8 — By 5 2 MR e 9t r vk (ILA 15 35) ik
1.

17
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B R A
R 30 14 Bt 3R
HERAREROBS FE
A.1 0.1 mol/L BEER 5 28 4 i (PBS,pH 7.4)
Ak A (NaCD 85.00 g
WER A — 81 (Na, HPO,) 15.49 g
B2 — &4 (NaH,PO,) 2.03 g
)1 /) 1 000 mL
EEs
A ALEN (NaCD 80.0 g
FAbE (KCD 2.0 g
B — &4 (KH,PO,) 2.0 g
D)1 R /) 1 000 mL
A.2 0.04 mol/L PBS (pH 7.4)
0.1 mol/L PBS 400 mL
LB K 600 mL

103 kPa &5 /E 2875 K 1 30 min. I 4 CKEIIEA .

A3 50%Hih-PBS (R7FK

0.04 mol/L PBS Hai Him&R/IBA. HE pHEZE 7.4, 502 /M. 103 kPa & KK H
30 min, % M 4 C UK RTT .

18
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Mt X B
(FSE M
RAEEEN RN E RIS 7TE

B.1 ZTiZBEEsk

DEPC 1 mL
KB TIK 1 000 mL
FEOMRA) B EITINE BT 37 CtE S, S EK A,

B.2 50X TAE "iE&

=¥ Lo 5L B g (Tris) 242.0 g
KO TR 57.1 mL
0.5 mol/L EDTA(pH 8.0) 100.0 mL

mzEm K= 1 000 mL,

B.3 1XTAE £&#&

S HITHITF 50X TAE A 50 454 B /I AT

B.4 2% BEAE HE B AL

B G b lg
1 X TAE 2 ik 50 mL

Gold View % (10 mg/mL) 2.5 pL
FREC 1 g BRJSwE, 5T 200 mL B+, in A 50 mL 1 X TAE 22 whif , I i , > H1 & 50 °C ~
60 ‘CHIIMA 2.5 pL Gold View %W - 8] A BEHE Py [ SR EE [ .

19
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M X C
(FLSE PR 3R
Big B 2 % W B i 362 38 i B B 161 5

C.1 B#HE MK —0.05 mol/L pH 9.6 BREREh E &

Na, CO; 0.318 g
NaHCO, 0.588 g
KETFIK 200 mL

1 0.22 pm BRI PERRE =R &H .

C.2 HALZH®KE(E 2%BSA i pH 7.4 PBS)

pH7.4 PBS 1 000 mL
BSA 20 g
IECELA .

C3 BEZEWHHE(E 1%BSA K pH 7.4 PBS)

pH7.4 PBS 1 000 mL
BSA 10 g
B .

C.4 %% ik——pH 7.4 PBST (0.05%MAti8-20)

pH7.4 PBS 1 000 mL
i 3520 0.5 mL
A EL A .

C.5 TMD EWAR

IEYIVE R A
TMB 200 mg
TR L 100 mL
ZEMEKANZ 1 000 mL,

IEYIE B

R A& 8 (Na, HPO, . 43 #r 4l 1.7 g
0.75% i FfL E IR & 6.4 mL

nzE /K ZE 1 000 mL,J#4% pH {H % 5.0~5.4,
FRPER A REYER BIE 1 1IRA OB,
20
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C.6 #&1Fi% (2 mol/L #ES)

111 mL 4 Hr &l ik 55 R 22 1% % 5 N A 889 mL 225 F /K b, I A S (517

21
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