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Ll FH A 00 S YR 9 s 7 1) 5. 4 ELTSA B8R, FRREAE T, il i) alom) & . 4%
HIORIEL 'S 9 CGMCC NO. 3771 24T IR 4 i 28 70 R T AR VR RS 25 50 e B LA R B bR 24

2. ARPEACREESR 1P (¥ A6 A E R A3 5 1) 38 4 BLISA 1500 &, HRF b AE T, id
FIHE ELTSA M4 ML AR R YRR IR A MR VL JEE A7) W08 (OB 26 R B A g I e R

3. MRIEABCRIEESR 2 Bk i) F AU A R s 53 (1 32 5 ELTSA 500, FURFIEAE T

P& BLISA M 2% B & 2 Beall 5 B ELTSA T FLAR, bR ELTSA #Z% 4 BE A AT
PRENR SRR BLISA T LG ARSI 0 %R 1 P30 821, LR 4 8 £l X 12 4% 5

Pt I 375 s T ORI 4 R 5 VR - I 375 e R 80 RITPH 2R, DRIV 25 ARk 4, A HI i

E
PR A i < REA Y T™MB 5 (49, 50mL
PR 2% 19 < 2mo1 /L ) H,S0, ¥, 50mL ;
JIT IR B AR PN 08 B B 50 B B AR R b 10 420 A BN ok A8 A B A A 1 BB P30 B 5T
BEPUAAR, 4 AT 100 f5H%E
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AT lEMEERENES ELISARTIE

F AR G
[0001] A% B Mk IAEIN B (ASFV) Fuikke iR &, )8 TR AR . B4R
5 K K —Rh sl e i A BT AR I ELTSA iR & S H R &

BREA

[0002]  FEYIEIE (African swine fever, ASF) s& HARPNIEIFIEE (ASFV) 5 R —
Tt T | i Rk ) B A B Pt R o HUR TR AR AR R R PE R i A, ] R 100 %, I
PRAEAR 3 AR B 2R AL T S M A8 I, A2 W I B 5 R 12, SR v BB 7 1 A 44 L 3t
IK I B E 2 Il . (William,Hess Adv. African swine fever :a reassessment[]J].Vet Sci
Comp Med, 1981, 25 :39 ~ 69) HFAZNMWALL (OIE) 414 A P2, I EHE A sh ) — Ik
i, Z RN R E I e AL (OMA R . R E PR BEAER, 1999, 21(2) <117 ~ 119) .
[0003] A B 1921 SEAEH JEW R ILLK, — BAFAE T RS S LU AR E 5K, 1957 45
S A A2 0 WA 26 [ 5, 22 5008 BN 41 K, SR AR A 2, W HL A 00 e SRR R T 5
PR RAT , B B AT CAEARYN S WA ZE PSR4+ B 50047, T HAT AT & 3%, 2007
A, W36 JE WS A 7S AR AR IR I, B 3 G

[0004] APPSR AL bR 2500 K L S Wk & HIA THUE R AR e T
AR S ok AR R R R T, B TR R HESh e e v R A B e e B Rk
o {H DNA FE40 73 Hr 3 B, ASF 35 HA A0 THe i 2 MR 55 22 [0) FRRFAIE , ASFV FRJIX —
MR E AR T E b 7> K2 2 g RATAT—FE 28 1995 4E28 9 I IE Brdis
B R TR N IRAR S , B B R EE AN “ RAR I i 58 7, AR PR 2 ME—
{EAVE LN

[0005]  SE PRI B A — A KR A 2 R XURE DNA 953 75, 2 ME— 1) SR DNA 8.
S5 IRV R o FL 0 P A B B 03 1 2RO 0UBE DNA, 9 B IR 414 KA 170kb ~ 190kb,
A 125kb oA B PRSI, P s ok AT AR DX, 8 A A s S e T R R A, 1K RS T AT R A R N
B R A 18 AN A 7y B PR IE I A A 22 S 1 - E R Al (Rafacl, Yancz, Javier M, et
al.Analysis of the completeNucleotide Sequence of Afican Swine Fever Virus[]].
Virology,1995,208 :249 ~ 279) . ASF Jjij 535k A 41 6 Db B, WS BUE & B 7>
W E 2 5 R ERAE ONAES ) DU S BB B, 3R A SH 161 4
ORF, A LA A 150 ~ 200 FiEE ()50, LA\ ASFV /G4 (1140 i rh 73 29 %502 H 86 il #i i 1 %
Bk CHEZR, T RERe, AR R U e, RS B R, 1998, 28 (11) 242 ~ 43) .

[0006] A Y i 75 K 2 BUEE AR (055 ) HR AR B, (HLJ2 A e IR MEARAIS, R D BU LA E A
HA Gz it ko SERAEN], P30 81 A R BRI PR MR E A2 —, B A7 T E20h 36KD,

XAAE
[0007] A BT H I e LU ARIE (¥ B4 o 1 D B, 8 3 P IR S J8E AR ol — FofrAS )
AEPIE LI BRI SE S ELISA A&
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[0008] 2% T fif vk bR AR I B, A B SR A AR Uy G802l AT RS S WO i
PUORRI L4 ELTSA 350, Ik i) 6 B0 46 f ORJ0'S A CGMCC NO. 3771 %45 4 L 2 47
WA TRIBL AR YN 08 75 EP e B DU I B A 1240 o

[0009]  J&fLH ELTSA AR 4%« I35 0 T8 VLA TR A e VA JEC A7) 8 BB 2% g BH k% 1R 9
PEXT R

[0010]  FiR A TR AE R R BR B A4 K 3 4 ELTSA 5@ B4 -

[0011] iR ELISA B 4¢ B MR F A 2 Heml 5 B ELTISA S LA, 45 He ELTSA B 46 My g
EAT R O RAEPUR K ELTSA AL, BB A JR A% R IE 1 P30 22 1, BUAS A 8 4L X 12

%
[0012] [ 0L 75 4 T VR R 4 e L = LS s T 8 A RV 28, RN 25 k4, A 11
RIFRRE 5

[0013] P4 2 i B Y TMB 2 A3, 50mL ;
[0014]  FTRE 1B :2mol/L (] H,S0, %W, 50mL ;
[0015]  FTiAEEbR S EBEPUA TR BRI AL B bR 10 10 BRLBT P30 SR g BT 4K, Al

100 £5F % 5
[o016]  PHPEXHE ;
[0017]  FHPEXTHEE,

[0018]  FTik i) 5e 4 BLISA BRI G AEAS U AR O S 25 HH I R
[0019] A B AR AL R IS IS MhER L PRIE R EAT KR A AR PR B R PR
R 7532, st e e e el 1192 17— s AP ORI SE s Wik & o

M (&35 AR
[0020] & 1 NEH P30 5 A4k )G SDS-PAGE &,
[0021] & 2 I EL P30 EH44L)5 western blotting K.

BALHEA

[0022] T AR A I 0 B P 50 B P 4 140 21 A2 98 40 i 28 R 1 L 2 A B P DR B
R AEY L COMCC NO. 3771, TRy H :2010-04-22, 43K dan 44 AT A ML bk .
[0023]  NTHI 4G AR S 7 SO AR FIERE— D A UL B

[0024] AR BIE AT EUF

[0025]  — . EEAL4H AR

[0026] 1. PLIEHI#

[0027] &) FEPNIEIE P30 HEH KR

[0028]  HHfE GenBank HHARUMIE IR (ASFV) P30 KoK 541, Sit-& R T 1 41514, 5K PCR Jy
VEMCASFV DNA Hhd 34 HH P30 JE ] v B, 4 v B 31 3R A Bk pET28b o, #4517 = 40 ik
pET-P30, I 7 B 3iE J5 #5 4k AR IETE T BL21 (DE3) , £ PTG i SRk,

[0020] W IFITIHN

[0030]  P30-1-5" ~GCGGATCCTAATTTTAAAATTGAATGGAT-3’

[0031]  P30-2-5" ~GTCTCGAGCCCAATCAAAATTAGATAACT-3’

4
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[0032] RIS K5I NTIBEYIAT &, P30-1 29 ASFV P30 FE A Ly 848514, 51 N I
I 554 BamH1 sP30-2 SAy ASFV P30 JE[R R 345140, 51 NIBE VI 54 Xhol.

[0033]  b) HEVIEHE P30 2 4EAL

[0034] iFESEEA)G, BOWES S G WK, F PBS Yeisk BB w14, A 240 (7 Ls, ()b
1s, 4L 10min) , 12000rpm £5.L», 73 AW L35 FPTHE , AT SDS-PAGE 73 #1. 28 A 2li4b i A
B TR MERTHE, 44k )5, 42 SDS-PAGE .western blotting %58, s B Bl B — 4547, JFH %%
A rIpURE (OLBE 1, 2) o AT BCA VAN 2 44k 5 B2 115 5, Ayl il ik B R HLGE R 1 0D
B 1. 4tk )5 P30 A OD fH2h 2. 25, Sk tbiG, Hk A 1700 w g/ml.
[0035] 3K IBCA VEMERRHEMM & &

[0036]

e A (weg/| B (rg/| € (ng/| D (ng/| E (ng/| F (ng/| G (ng/| H (ng/| 0 (ng/
LR ml) ml) ml) ml) ml) ml) ml) ml) ml)
W 2000 1500 1000 750 500 250 125 25 0
OD {8 2. 6894 2. 2378 1. 6493 1. 3278 1.0414 0. 6454 0. 4062 0. 1893 0. 1251

[0037] 2. PR iz

[0038]  LL4fifb ffy4E P s B P30 £ [ P, o 7 V2 fn iz 6 JA % BALB/c /N,
WIS B2 NS BUIR 200 1 g, 48 H 58 4 9B B s R RS 3 FUEAT — Ik o g, 3 =R,
50 g/ H /WK, BeJa—IRIERE G 5 3 F g R S Inam g e, 25 w g/ L, i 5E il
[0039] 3. ZLACTH 40 Hu i il %%

[0040] &) TAIFE4H MUl 2%

[0041] DL BALB/c /) EUIE RS BV 4 Mo/ 0 IR 4l M RlAr AT 1R, B/ RVRIBALBE, 1Rk
TH BRI 2 )5, FHTH B BB S IO I i e, B R T . PR RS AR BRI v 25 .
TR ERE ST 10mL RPMI 1640 B4 7% B IS, Z ik, [ i, 1000r/min B0 10 43
Bh, 35 B3 & 20% 64 M5 A RPMT 1640 B3 73 W SR 0 iE, W40 ik B g 2 X 10°/m1
¥ EaR AR I 96 UK, F9L 0. Iml, B 37°C, 6% CO, Ky 7R s g8 1 1t

[0042]  b) %% B4H BRIV ) 2%

[0043]  H 535 56 B i 19 BALB/ ¢ /I K, 18 b 3 AL B/ B, BT 75 % IR 5 7380,
TEE A T BT, 2 TP, RPMI 1640 8578805 58 1 IR I A 7 — B4 10ml
RPMI 1640 K5 F= @~ ILrh, A Rt ok N85 9% . FHURE RFT 20K . 1ok i, OR 4t i s
8, 1000r/min B0 10 4380, H RPMI 1640 3572 B LBtk 2 IR, 2851 40 Mo &, o145,
T4t G o

[0044]  ¢) ‘B 40

[0045]  TRli-G AT 48-36 /NN, K BER A M d KI5 7%, Bl & R, B2 Sk B R i R MO
BERRIRIRR , ICEE T 50ml B0 . 1000r/min B0 10 73080, 355 B, A 30ml A5g4s ks
FEIE, VLBV — K. RGN ERIR T 10ml Rog 4k gi i, 184 BUE HEs% 4i iy
T THEL F T4 MR G

[0046]  d) ZANMUmh& A HAT JEPEZATI

[0047] 4B HERE 40 M 5 i BRAE M d | 2 10 HLTR S, 76 50ml B0 P ] RPMI1640
BEFRWE 1 UK, 1200r/min, S50 10min, 35 _L3E, IS MO R B K. EF% LR
R 7 I, AT DL 4N AR B A, B 40 COKI R T . A 45 FPET I N A EE 40°C 1 50 %

5
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PEG (PH 8. 0) Iml, YEFH 90 FFo BN 20ml FiFAZE 37°C [ RPMI 1640 £ 7500, SEiRFHE 10 7
Bh, 1000r/min, B0 5min, 32 Fif. M 5ml HAT B, Sk yive 40 g, A B s
HIRA, SRIGAMINE IR 40 MU f HAT 3597 K5 45 80ml . 732 96 FLAN MBS F7 4, &1L 0. 1ml, 4R
JE R REFRICE 37°C, 6% CO, B FRAH N 597 .

[0048] 24 /NI AT HAT B3 90284 th 1/2 $59R3E, 48 /NI G e 4l A1 i AT HT 5397
S HAT BE R0, FR4ERe R )5, oOH RPMT 1640 5575

[0049] 4. ZACd 40 Mo i i ik

[0050] AR 40 f fil & 7 i i, 1 W JIL S e Bl R AR AT 2 AR A0 MR I ik O 6 HH e
S WD PN R B LR I 22 AT I FL o

[0051] 5. Z&ATJ 1) o FE AL R R AT

[0052] &) Z/%AC IR 4 ML i) v

[0053]  BuEAK T 58 A PRAGRE VR, 4 MW % A8 968 4 . s 8 7 VA REAT , (A3 ve B i AT =
Ko

[0054] b)) ZAT IR 40 Mo KR AT

[0055] 4l i AFVE :50 % /N ILTE +40% RPMI 1640 B I8 +10 % — A B F AR

[0056] 4 %A 8 40 Al 5 0, FHTRF T IA HIEAZ TP, Wy 10°-107/ml, 38 £ 1547
Erp L Iml. BT -T0CUKEE T, Ik HiENWEA T .

[00571 K il £ PRI BT AR PR I B B e o S A 1) 2 A8 88 40 B 2R (R I ol A 40 v ol £
R PR 0 Il AE YL CGMCC NO. 3771, £ H :2010-04-22, 43K fiw 44 : 448 R 41
bk

[0058] . FTLREPUIARIA

[0059] AU, KA ™ B oa BEPLIA NI 7 oM/ WEAKE, BT -

[0060] AN 7y Z4G bk SR1G I % AC I8 4l Mo b 1/ BRI Y, 78 /D BRUIE RS P 2B K 22098
AR, A3 B KE R IEK B

[0061]  EAKT7224 BALB/c /)N RE IS A A A i, B /R 0. 5ml e PR, IR IR H Rl
FH TC M 375 B R AR () AT SR Al e, 1 L/ L 5 X 10°/0. 2ml o [R)BE 5 K5, BER M/ LU
K= AERE O, R KR TR 20/ BT 20T 0, A B0/ B, e 41 TR IR . =il
# 1k 30min, 1000r/min, 2.0 10min, Yo B3, 2032, -T0°CIEMEE .

[o062] = . wilEPUARLL X BR i SE AL B AR IC

[0063] 1. FRygFEHLARIIZELL

[0064]  FiRIRAF MK BB IIAIAL 77 20 F 1R — TR E DTV

[0065]  HY 1 ¥ PHALFEE AIEZK I 2 4 0. 06mol/L pH5. 0 BEERZEM, I 1mol/LHCI i pH
2 4.8 s T RBEIE AN 1lul SFERI L], SR BFE N B IMAFIE, T 30 208y n
52, ACHPE 2 /M, BUH 120001 /min B0 30min, FEVULNE ; FIESJE g (125um) , A
1/10 /A8 f 0. 01mol/L PBS, i 1mol/L NaOH i pH & 7. 2 ;4F 4°C F I B A R 2= 45 %
VORI, 5242040 30min, BHE 1 /NS 5120001 /min B0 30 2380, 37 L35 sUTIEH 114 & PBS
L A 50100 F5ARFR K PBS 3T, 4 Cib 44 sHUH 120001 /min &0 30min, B EAGHEUTNE,
Iy, RAF %4 H

[00661 2. Hog PR BRI S ALBEAR D

6
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[0067] 24k Ji5 1) R 5 FE BT VR IR 104 1 ) 2% 7 28 0 ik i, RGP IR -

[0068]  FREX bmg HRP ¥§fi# T Iml ZEMR/KH [ HoAr im0, 2ml AL 0. IM NalO, %, =
IEOEHEFE 20 2380 X 1mM pH4. 4 BIES RN ZE it i OE T, 4CIE A s P FR N 20 1 1
0. 2M pHI. 5 FIBRER Eh 2 rhill, A6 LA EREALAIIY pH T+ E 9. 0, ARG S BIIANES T 0. 01M i
TR Eh 2 R I B s e LA Bmg (10mg/ml) , =B EFE R BERE 2 /N s I 0. Iml Frfd
[¥) 4mg/m1 NaBH,, V&~J, 4°CISCE 2 /M T3 40% 0. 16M pH7. 4PBS 1 4 CiE it .
[0069]  JZAT5E MG , TEFHE T B IS AR AR BR £, B 4°C L/ o 3000 /min B0
30min, 3F B35 . UIVEMH PO FImE IR BL WE — IR, S o UTIE s /0= 0. 15M pH 7. 4 [ PBS
oo B IRV NGBS, XT 0. 16M pHT7. 4 ¥ PBS 22 iy & AT, B H 4% 5+, 10000r /min
B 30min FRUTIE, BIEWR BN ABES: G, 25 E  RAT

[0070]  PU.FRUE ASFV BH 05 S brviE ASFV BF M 37 (1) ) 4%

[0071]  7F ELTSA F It b, AL B854 N G AN [R] R AS DU RE IR TB) S5 A7 AR — 08 R 22
PRERZE 2 R EUSIFE & OD (E IR ZE o A WG] T FRAE ASFV FTAA SH P4 HE L5 A bR ik
ASFV Ft A [ %55 BRI 375 5 P 0 0 4% A2 Py D0 A ORS00 8 SR 1 ) o

[0072] &) fwfk HPE MLYE 2%

[0073]  Hfd iR B X M » AR 2-3kg, BY 9 I I3 100 2 B, IO v 33 B bk o 38— IR
o33 , FHVE S 2R IR 2058 5 (FCA) FUALRIPTIR (4ifb /5 E 2 P30) ( BLFHK FCA-P30)
VR Iml, RN 3 B2 N AEN 0. 5ml o [EIRE 10-14 S5, AT 55 IR S, 55 0 P 55 A Bl B2
ORI 45 P N B R A T8 (FIA-P30) , BNk 45 0. 1ml, HE 4 yE A ik 02 45 B
B T 3L Imle (RIS 7-10 K5, WEFHCR I 0. 5-1. Oml, 43 B 1fL3E , SR A ELISA J7 V246
WIMFERY, B TIERI 1 2 100 BL E

[0074] SR FH Lo ISR MY SR A, K Heh B PR A 3 S B N TE B — AR o = A e
B 3TCHAE L /NI, FRE 4 CUKAR 3 /NN o F st ] i Heie e i, FH 2 LML Y , 3000r/
min B0 15min, BUEE, IIAKIKEE A 0. 01 % KBTI 15, 705805, —20° C1#-1F .

[0075] b)) #RifEH]HE M IE 1A%

[0076]  HUZEAG 56 A 4% 160 SPF Ay, JCo IR UL, 43 B 137 , AN T 73 2 — IR B s - LA
0. 5ml 732 FIEE T, —20'CLRAT

[0077]  Fo A& AT

[0078] &) AN B & RS g 2

[0079] SR A e 425, 44 T 41 ) A PN I s 55 5 40 £ 1 P30 Bk Tkl AR e 1%
BSA 5 BEEFRAR FF P N A5 U AR B s HEBH PR B L B B R A Bl ot i P 0 AN
I EE PR BE 5 B R AR AL 1K P30 PR SO, I ANER X P30 AR S ve B DA fe 2 5 45
HRATES . BT, IABR I S BE ) TMB B, 2 i 260 b e B, 8 Bl bR AN AT
450nm AT, W52 25 AL AR, OD R R/ (2 BB RN JE B IR ) S IIFEAS
R BRI ) B R L

[0080]  b) A< BHIA & i 4H Ak

[0081] &) BEEFRHR IV B LR i

[0082]  F pHI. 60. 05M (1) IR £k S VL /R A B 4 G2 i, o iR il &6 I 24k J5 BB 41 P30 4
HE S, 4% 100ul/ FLIABEALIR S, SRIEREFL Y P30 & &4 0. 2ug. 4°CHEPHIR, X

7
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H, 5 2B 7 200ul/ FLINA 1% BSA [EF W, 37T°CHEE 2 /N, PRk AT S| T4
Ja B NS, N T, AR AT

[0083]  b) TAERFIMIHELE

[0084]  ¥EWRVE (pH 7.4,0. 15M PBS) :KH,PO, 0.2g, Na,HPO,~12H,0 2.9g, NaCl 8. 0g, KCI
0. 2g, Tween—20 (0. 05% ) 0. 5ml, JIZEIEHK 2 1000ml . KRG 25 F5AE AT B -

[0085]  MIEMEEVE A MG HEE 0. Lg, MPEEZME S 100ml

[0086]  JEMIZEIMTVR (pH 5.0 BERRFT AR ) 0. 2M Na,HPO, 25. 7ml, 0. IMF7AEER 24. 3ml, il
7% 7K 50ml

[0087]  TMB( DY FHZEIBEANEZ ) AV <TMB (10mg/5ml JG/K LB ) 0. bml, IR ZE M 10ml,
0. 75% H,0, 32ul

[0088] & 1Fy& (2M H,S0,) :7&4E/K 178. 3ml, B I AR R (98% ) 21. Tml

[0089]  c) A IMAEPNIE I K 5 5+ ELTSA 157 & (1 4

[0090]  ZH S ASH Wl A PN St Fy G A P i &, B LA ALy -

[0091] 96 FLEGEFRIR

[0092] BRI S ALYIBEAR Id 1) HT

[0093]  Aif BH A X

[0094] Ay XS R

[0095]  ¥KHEVEIRIK

[0096]  IfiL 5 H BV

[0097]  TMB JEW)

[0098] & 1b¥

[0099] 7= Fh Ui B 15

[0100] 7 A &k A AR I 35 90 22D T PR TR RS0

[o101]  a) FH ba il iiaon et AT R i

[0102] 1) VAl afin v o BH XS R R BH 14 %o B P e ¢ 8 iR 42 L A9 A 8, L 100 1 1 A
FEFRA, 3T°CHFE 1 /DI o PEEIBIEYE 3-5 Ko

[0103]  2) BRLINARGRE Ja B S s FEHUAR 100 1 1, 37°CHFE 30min, PEVRIEIEE 3-5 1K,
[0104]  3) FRFLINA TVMB JEMVK 100 1 1, 25380 N 10-15 434k,

[0105]  4) &EFLIIA 1001 1 2M H,S0, & 1k S, BEbRASCR I 450nm WK G FEAR

[0106]  b) KU &s R

[0107] 1. YW PEXT RIS (NC) ¥ OD {4 2 S B 6 BRI (PC) 11T 4 506,

[o108] A WA A KA 2L

[0109] NC/PC =4

[0110]  PHYE Cut Off = NC-[ (NC-PC) X 0. 5]

[0111] [k Cut Off = NC-[ (NC-PC) X 0. 4]

[o112]  Hidp NC = BH X IR 3 oD {4

[0118]  PC =BH¥EXT IR IMIE OD {H

[0114]  ii. KGNS AE A S AL, e ZAE A 0D {E A1~ F31H

[0115]  YIMIEFEASIKS OD {EAK T-FHME Cut OFf (B, ZFEA A ASFV HLAR A PE

8



CON 101825633 B WO P 77 5

[0116]  YIMIEREA OD {H & T HIHE Cut Off (B &, %FEA Y ASFV H kB 2

[0117]  MMIEFEA K OD {HAE A Cut OFf R IR, 4 I A ml %8, 5 T2k A B )
R, B SR A ARSI 7 V2 A

[o118]  ZR b Pk, A B N 25 AN R BRAE B3 1 s e ) o, AR IR AU 199 IR 2 ]
DAFEA e B R AT 5 AR 2 P AT DL 2 4 tH A 1y S 9], (X Ao s Tt 491 A8 S F 70 A ke
B YE L2 Y
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