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L — PR R B AR A &, LR IEE TS

(1) WEw a7 HEUR S BRI ;

(2) BRI EANIEEFRIC I RPUE TeG PR 5

) FEM B, SHFREWE N 0.5% K NaCl.1 % K B 5 19.0. 001 % ) NaN,.
0. 001 %6 7R F M2 TR

(4) TMB & (A5 A2 0. 3g/L

(5) L1l WRFE A 2M 1 H,S0, ¥

(6) 20 fEIRAAVEIE « 5 A PR IR EA 21g/L ) NagHPO, » 12H,0, JUE R 4 2. 80g/L 1
NaH,P0, * 2H,0, W FE  170g/L [ NaCl, A RBUR BE A 20ml /L I3 —20 5

(7) BIHEXT R, e R00RE B AN S 8 DR L B DL AR IR I Bl 2K

(8) FHMEXT R - S RR0RE I3 A R DU i B DL AR 11 I BT K

2. FRARBURIESR 1 BT IR i I S B AR (A0 2, FERRIETE T i I s 250 7 1k
PSR BEICAR H CL R A1

— . RN EE R e TR

(1) RREEF RN LA P2 K54, CSFV A T IR 5 RNA R RERR 5 5 3 Y

(2)PCR J N « LA S B S5 7= 1) J Ak, P1 A P2 95|44 T PCR |V s o,

P1 {15514 :5° ~TAAAAGGATCCGGCCTGACCACCACCTGGGAAG-3 ,

P2 551Ky :5” ~CCCCTCTCGAGTTAATAGCTATCACGCGGTTCATAATATTTG-3"

(3) [AIfit PCR Jx =) rh v i K /N Ay 88Tbp, 4 v B N\ pET32a 2 A4 ] Bamt T 1 Xho
T WIS 322 8], ) B By I B A 28 Ak i 44 R pET32a-E2, 4 A 2 {4 pET32a-E2 i — 4%
KR BTG £ BL21, AT BB Rk

(4) difb EHE D, SRR R R MR

= IR R R PR A E AL T 96 FLBECHR L.

3. MRAEBURIE SR 1 BT ik i A s B AR (R ) &, JERFIEAE T Fdk (9 BURR I A AL i
FRICIIRDUIE TeG PRI H LL R 7551 -

(1) HI&FPisE 1eCPith M 1eC RIZFRIG, 7 BTN KA IRIF b 186 Ht
%

(2) B S BEARIC DI 1eG HUIE 5

(3) FHRRRE W0 R B o A8 A M B b 0 AR DU 1eG BuiA, SR1G B It S AL B A i
FIRBUIE 186 PUIARETH -

4. MRIEARIELSR 1 BT iR B D S B A (A0 &, FERRIEAE T I B R eht LA R 7 v

ZEMRFE H3 0. 01M, pH7. 4 [ PBST HH¥s b 10% /NF L35
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— MRS BRI AT ER IR &R

AR
[0001] AW K — MO IR LA I IR G S FL il 26 T i, F TR I s 2 A AN it
AR DUR RN, i T+ BEbR S )2 70 M ek

B

[0002] J%JE (Classical swine fever, CSF) J& IR (CSFV) 5l —Fh = B
PEAL G, 1833 4E 1 S R I T3 I (B Z RN, 8 T iz AT T 9508 B K, X R bad i
PEE G, A DAEAZR (OIE) g NS W (Notifiable diseases) Z—o %
Tk CSF b e 3 R FR 80V ) 5 g, S FRE DY K 3 e 22— A B AL 3R 8 A — 28
FEGL5 o CSF A& —Fh 2t ZUMEAL JLi, FET -3 =11k 80 % ~ 90 % 90 % , B2 v f& By il A
ME—H R . FRIE T 1954 S s D IEI B S S A 99 5 5 1 (CSFLV) , 7ER)jif CSF TAE
WO T RN, WA T B AR, Gl R R T CSF R AR, fRbE T 3R
TR R FERZEHE P IR 3. (HI S84 5K, CSF VAT R AR T 8ERAR AL, MAIUR IR K IAT #%
75 Sy JEL S R iR P b DX R PR AT 5 i AR PR R P AR A s phy i R Sy A L 2R, 3 R
TGRS  BRRE B RS AT AR AP0 S R R S IS B I I oK S e 2 T R
T T 8 IS 0 5 2% IR B0 5 22 Pl AR I, TS AN REAR 28035 il CSF AT , 411 CSF R u =
M, BARAT UL /N, 9 P A, AER P A R AT WL T A R &, A Dk — ol £ e 1 il
55, CSF JKYL ] 5| S 22 Pl g (1) 4k A Sy, 38 i R R ET ., IXSLI % O [ 22 R
T2 R A e AT B B B R R A

[0008] T2 A UK SIS 2 I PR PR 5 V50 BB, IS S A T8 o FH T 1 s 1)
AR G 2 A OGP P S 5 RO TEAT VAT, o P B A (R Rk, 8 I T LT
JURR : (1) JE 95 1E W (Rl BHR A, (2) HARRLS, (3) [RI#E ELISA R4, (4) BiA4E: sk
MEEFEA, Hordr, [A)42 ELTSA 5 H A SR & e e M B BRI O0 2, T H TR I
M8 / MBI E TS A, A8 S e SCR I IR 0 22 2% . (H2, H AT i+
BON RIS I AP R B R AL, B E R AR B T,

REAAE

[0004] AU BHIF) H 18 PR AL —PiRe o SRBERE i, BE DRI | 7 {6 RS W8 9 T A (0 A D
TR R, IR DU RN, 1 58 SRR AT DU IR R, N B S e R, 46 (R AN 4
BE TR

[0005] Ak BHAAF &AL 7

[0006] (1) i EAs e ME DL IR EL A B IDEAR

[0007]  (2) BURITEALYIRE (HRP) FRic M RPiE 1eG ( RIEERE ) PR ;

[0008]  (3) FESLAGREVE, A BRI N 0.5 % [ NaCl. 1 % KI5 (1.0. 001 % f) NaN, .
0. 001 %6 7R F M2 T

[0009]  (4) TMB 2 a5 WK FE A 0. 3g/L ;
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[0010]  (5) ZX1L¥, WRFE A 2M 1) H,S0, ¥ 5

[0011]  (6) 20 fFIRGEVEW &0 LB B A 21g/L [ Na,HPO, « 12H,0, Fi Bk & H 2. 80g/
L f¥] NalL,PO, » 20,0, JiE ik Z 4 170g/L ¥ NaCl, (AR AR 20ml /L i —20 ;

[0012]  (7) FHEXT R, 8M0 8 IAS B8 B B DU AR I 1T BUm %

[0013]  (8) FHMEXTHE MBI & A DUB IR A EE DL RS 175 BRUM IR

[0014] AL U BHA At Bt .

[0015] AT & I T s 25 e R D i S Al ARl DA 7 RIS -

[oo16]  — . HI&REMER T DR

[0017] (1) JREEFRNY LA P2 R 5|4, CSEV A7 | TARIRTE RNA A S % 5% MY

[0018]  (2)PCR JJV: : LA SRR WA AR, PL AT P2 A 5| WEAT PCR e N s Hor,

[0019]  P1 [f1/541% :5° —~TAAAAGGATCCGGCCTGACCACCACCTGGGAAG-3 ,

[0020] P2 J3#41) K :5” —~CCCCTCTCGAGTTAATAGCTATCACGCGGTTCATAATATTTG-3” ;

[0021]  (3) [H[ix PCR K= i oK 71k 887bp, 44 H v N pET32a 441K BamH T A1
Xho T BEVIN RUZ 18], MR DI B4 28 A4 A 44 4 pET32a-E2, # B 244k pET32a-E2 ff—
AL K AT B 6 1 BL21, 3T 4L RIS,

[0022]  (4) 2tk LA E A, AR SR T HEDUR 5

[0023] . RIEMEWEERr R EPUR B AL T 96 LB I

[0024] A5 & T BB i E AL RS (HRP) FRIC IR BiE 16 ik i i LR 77376
/?%I: H

[0025] (1) W& 186 ik MG 1oG (HEEKET T ) SRIEEKRST, /0 B3 Y5, 440
AT R 16 Pilk

[0026]  (2) FHBRR I EALEEFRIC RPUE 186 Hilk ;

[0027]  (3) FHHMRE AR BRI E AL B bR iC I DU TeG HUAA, A5 BRI ALYl
(HRP) FRicHIRPIIE 1eG PR ;

[0028]  ANAF &b A BEVE HH AT A IS -

[0029]  FEIREE A 0. 01M, pH7. 4 (¥ PBST HH¥sin 10% /M4 s .

[0030]  FTidk B 146 B2 e W BE (K AN 2 8 BOME 0 B DA TR 48 IV BT, o LA SR 45
b A BH P WG DAL, 5 A 9 &6 S R 38 e 2l

[0031]  Fridk BH {5 B RRORE IR & A 48 DU IR W TR DU AR IO LT BRUMLR, A5 SLAE SEaR 45 2R
O B, WA DA RIS, A L DA I 6 S 38 s Dl o

[0032] AR BHBTE HH— %R R PRI 5 14, o BEAR OR S 2R P 41, 8 R i R R H A,
RIS HEXE IR B2 B A MPUR , 26 RISl EAF i H Dl ke R AR IR ) &

[0033] R b Pk, A I B AR I A7) 5 DL 1 J DR TR A R I R A R A O
o TR S PR IR BEICAR B R I A s (HRP) Aric IR BisE 186 53 FEHU AR il
SEA UL R TMB (8 32 4 Ay Al 1 e, HRr e P o, U ME Ry R R R 1100%, BT AR
h 210096 51 7N Py RT3 5 AR Sl YR AT I 5 B, 4G &t S R R L B, T BH R,
AN Ty HIRARR BF e A B e 58 A A A o ) 5 A T 1, A3 S B B v A A AL KR g B A
X0 = o01115'% N [ R (R ST R B | B Sl 07 N T A RN (I 2 7T N e
PRSI, W IR S R, AT R T S A s N s R

4



CON 102175849 A WO P 3/6 7T

BALHEAR

[0034]  SEjfs] 1 £ 08 IR v v e MR

[0035]  #i#fE CSEV E2 FLER P41, it — X514, FH T 18 E2 JL PR 1) = EHUR R AL X 741
Horh, BB PL R :5” —~TAAAAGGATCCGGCCTGACCACCACCTGGGAAG-3 ,

[0036] U514 P2 JE%) 2k :5° —~CCCCTCTCGAGTTAATAGCTATCACGCGGTTCATAATATTTG-3 .
[0037] @i RT-PCR 7734 14 CSFV A 18R (I B A B 55 e Al A A g P O ek 8 B o, i
a5 CVCC AV1411) E2 R R EHUER AKX T4,

[0038]  H DR .

[0039] JRHEFRMNAAZRN Fe 20 L PG P2(25 umol/L) 5 CSEV £ TR A RNA
TBE, T0°C/KH 10min, 2R fF UK bmin s I ANTPVR-E4) (AREE 735124 10mM, TaKaRa,
Dalian, China)4 u L, RNase JJ ] 5] (40U/ u L, TaKaRa, Dalian, China), AMV(100U/ 1 L,
TaKaRa, Dalian, China) 1l u L,5XBuffer 10w L, isIN#EB4i/K & S 4KFR 4 50 L, V&E), T
42°C [ %3 60min Ji7, 95 C/KIE Smin ;7 P T —20°C R4

[0040] DL 8% 3 7= ) A SR, BEAT PCR B, R R WIR 2.5 L 10X buffer Mg”'plus,
TaKaRa, Dalian, China),0. 51 L ¥ % 10mmol/L. dNTP J&&4) (TaKaRa, Dalian, China),
0.5uL Taq DNA 4§ (5U/u L, TaKaRa, Dalian, China), F¥§514 PL. Nl P2 &
luL(258mol/L),3 1L cDNA(REEFH) ), MEBA/KZ BAFR 25 u Lo RV AN :94°C
FiAZ Pk 3min ;94 °C 4% 1 40s, 60 °C 18 Kk 40s, 72°C 414 40s, 30 NMEH ;72°C FELE/H 10min.
PG T 4 CLRAF B 51 L PCR =) 1 % B HE BRI FELIK, YR CEE g Il . m] LT
887bp Ab HH FIE BT (1 PCR 4545 , iE B9 34 s 10

[0041] 4% PCR ;4% BamH T Al Xho T XEEVIJEHEA pET32a Z AR BamH T I Xho 1
VI s 2 8], AE) 3 R D (R B A B i i 44 9 pET32a-E2, K EZH 2 /K pET32a-E2 B — P AL A
KIGAF B 1 32 3 BL21 (DE3) , FIR B A 0. 4mM [#) TPTG 5 5 E 20 o (3R, I FH & Wi A=) R
FA TR A A A Ni-NTA # s (High Affinity Ni-NTA Resin 55 Cat. No. L00250)
BT RIS E AL, Atk /8 B W EE 2 0. 01M [ PBS (pH7. 4) T8, AT HE A &
G —T0°CIRAE o RS E N 3. 2mg/ml , %% (A B R E s TR S b

[0042]  HEMI%E : (western blot J7¥2) , RIS M4 SDS-PAGE 775, ## 2 NC i I
JHAT Western blot, 5 R EIR, RIEF=YIREW,E CSEV BHMEIME (W B 5 B 25 5 15227 )
BT VR, TR R R .45 717, TE BH AR 3K P ) AT S O, A8 I o B LA AT 1R 1 1R S S
M.

[0043]  SEZjffhl] 2 A& BT R i il &

[0044] PSRBT G, LHE (1) J8 9508 5 R 7 P DL A B IR, (2) BRAR I 4
P (HRP) Fric i Rbifs 186 (AEEREE ), (3) FEMMRER, (4 TMB BAaF), (5) ZIk
W, (6) 20 FEIRAEVEI, (7) BAEXTIE, (8) PHMEXT .

[0045]  CB H 4% ¥ :pHI. 6, EAK 73 S ik 20« o /K Bk R 4 (Na,C0,) 1. 59g/1, Tk IR & A
(NaHC0,) 2. 93g g/1,

[0046] 20 fFIRAE VRV BETE S 40 « 12,0 21g/1, /G —&4H » 20,0 2. 80g/1, S Ak 4H
170g/1, 3% 20m1 /1,
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[0047]  10mM PBS PH7. 4 fic /5 fRERE 44 « 12,0 2. 2g/1, M8 — &4 » 21,0 0. 2g/1, &
1k 8. 5g/1

[0048]  TMB A5 ¥ (1 TMB WA 0. 3g/L, KT sigmas

[0049]  ZX ¥ IRBRER 66. 154ml /L.

[0050] (1) FEi B e ME BT IR AL 4 i B DR AR

[0051]  PBIERAR 4% < BEIRARCA SR 28 LA T, W 96 ML B8 IR 28 e e DR
WRPE K 0. 05M [FRRER TR 2 v (pH9. 6) FAREZ 0. 1w g/ml, IIABIBSLH, 1001w 1/ 1,2 ~
8°C LA, Yk H S 150 u 1/ FLER BN 2h, 57 LWk, T4, H24.

[0052] &} M ¥ :2.9g/1 [ Na,HPO, « 121,0,8. 0g/1 [ NaCl,0. 2g/1 [ KC1,0. 2g/1 #]
KH,PO, * 2H,0, 200m1/1 [N IMYE, 50g/1 IIRERE, 0. 5g/1 IR 20,

[0053]  (2) BRI EALYIEE (HRP) FRicHIRPIME 1eG W

[0054] RGN 1oG il M ToG AR M 4 K, B — IR H B IRE 20 55 1e6 IR G
Y5y )G % sl g, A B A L3 RN Se 2 AE R S PURIR G5 )5 2 e 4z, 10 K
S BGRB8, Ak (> 1 ¢ 10, 000) JSR AL, A4 0 a5 2%, it 10 K5 R
I, 53 8 MLV , VO FRR BR B 44K J5 BIAR P TG, AN OBl EE A & & .

[0055]  BAMR I SEALYIEE (HRP) bRicPidé 1eG 772, FREX Smg 1) HRP %5 T Iml 7818 /K
WL N 200 1 1OSETEC ) NaTO, CIREESA 0. IM) , B3l T EEHH: 20 080, i HREHEENIE
A, A oM SR Eh G2 i (pH4. 4) &, 4°CIE A, n 20ul WRFE A 0. 2M, pH. 5 kR £h 5%
MOBATE pHAETEE] 9.0 ~ 9.5, ARG SE BN Iml Pk 1eG ¥ (10mg FPils 1eG AR
Iml ¥RFEEA 0. OIM IR IR ER 2Pyl ) » S I B C R RBEFE 2 /NN, A 100 1 1 BT FEL ) 4mg/ml
() NaBH, ¥, 1851, £ 4 CICE 2 /Pt B FIREARTRONENT 289 A 0. 16M, pH7. 4 [¥] PBS
T, 4°CIE A, BUHGEMT RN, IS 2 H S I8CE 20 C IR .

[0056]  HHEVE I FE A 0. 01M, pH7. 4 [¥] PBST FH¥s AN 10% /N M3 o

[0057] BRI SEALYIEE (HRP) PRI RBUIE TeG W K4 IR Fk 7 25 BB 1 41
1Yl (HRP) Fricdfedish 1eC FIMBBAGEE S 1 & 8000, VRS, 733¢4 12ml/ .

[0058]  (3) FEMFEREW : &5 0.5% ) NaCl, 1 % ) casein (BE 25 4 ) 0. 001 % ] NaN,.
0. 001 % 7R F B 2 ¥R, 358 éml/ Ji

[0059]  (4) TMB & a5 < TMB ¥ A2 0. 3g/L, 733k 6ml/ i 5

[0060]  (5) #% 1LV :2M 1) H,S0,, 734 6ml/ Ji ;

[0061]  (6) 20 fFIRAGVEIR 0. 2M pHT. 4 (¥ PBST. 434K 30m1/ .

[0062] (7)) BAYEXTIE Hake BOANE 1S DUB RN S0 26 i B3R, 73280 0. 5ml/ L.
[0063]  (8) BHEXT M « Ay ¢ 14035 1 48 HUME J 00 53 DU AR PR LTS B8 3%, 7320 0. 5ml/

[0064]  ZHA% K BT A T R FC Xt R AL, SBEEICH UL B 15 B B8 B —
BTN S, EAE T 2 ~ 8°C, K &A% o W 25 .

[0065] S SEMW 3 Ak BRI G A MG IR PR 0 5

[00661  ASHIMIAE it il 45

[0067] (DRI, FFEPIIE DL 3000 5 / 8B 5 438h, LigHI Mg

[0068] @RI, IIAFLEEF, 3000 5 / 438pEg.0r 5 43 8h, Eif R M .

6
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[0069] ¥ i W A ¥ B €A B €A TEFLBE LS I B S ) I I3 BRI 2 o 5 i B )
TR S5 R T . W RAST RIS, W AE 2 ~ SCTUKAARAFE 1 ~ 2 K. KIEfr TR
1E —18°C ~ -25°C¥A 4, I AT 2 = iR RS .

[0070]  BEARfEHERAELIRUIT -

[0071] 1. “Pfi7 RGP IR B th U , B3I T AT 30 40 Bh S A .

[0072] 2. BOPEME <K 20 VR AAPEM A Aidb KRR 20 £5 2% o

[0073] 3. ¥ B 1 FLAES XS I, S e B X IR 3 FL BT IR 2 L, AL LA bR A
BV, A2A3 T 100 1 1 PHAMEXT R MLYE, A4-A6 B 100 1 1 P B My .

[0074] 4. JNFE AEHE RMVALT S IS ARE 50 u 1,

[0075] 5. WE AERMNAR N asE R, IR AT, B = EEDE RN 20 4380,

[0076] 6. PEMR 37 22 [ N, FEFLIE IR VEIR, B0 16 70, RSP SR ELRVEAR 5 Ik, e )a
E(E

[0077] 7. Il <BEALINA 100 1 1 BRI AL YEE (HRP) #rid KIARPTHE TeG W (2 H
XTRFLA ) .

[0078] 8. HE AE MM LI T5 B, B S IR N 20 4B

[0079] 9. ¥EAR Mk 5 X, FIERIEDIR 6,

[0080]  10. A AEFLAKVIIA TMB S5 100 w 1 (L FEZS AR AL) , Inss B, 3%
TRAT, EIREEDE Y 10 4B

[0081]  11. &b AFFLINAZ I 50 v 1 (ALFEA ARTHRAL ) » PRGTR A &b [V
[0082]  12. Y& - FEEARACH 2 A FLIA %, B3 450nm 52 #FL 0D {H.

[0083] £ GLHE -

[0084] 1. IR AE (cut—off {H ) 1145 .

[0085]  Iffq F{E = 0. 10+ BH XS HE OD “F3{E (FIHEXTHE 0D “F-34/H < 0. 05 4% 0. 05 115 ) .
[oo86] 2. &iHLHIE -

[0087]  JUsEhsA OD [H= X W) B PGB PR .

[o088]  WMEFRA OD (EHA TmFEE X ImFHE ) Z RIS AR 5E .

[0089] & #RA OD fH <If FEIN AP I s pe R B

[0090]  BEARDRIAITH -

[0001]  BHAfRIFF = (HUARHMEEL + DUAFTBEEL X T75% )/ ESZKE X 100% .

[0092] St SEH] 4 A% R BHRGR A I I P A4

[0093]  HUIfGPRFEAS 30 4], FH AR A o, A 25 Rk

[0094]
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A GR ¥ R AR |4 B OA4GR B OA 4R
5 5 =) = 57
1 1. 347 7 0.078 13 0.984 19 1. 264 25 0. 845
2 1.567 |8 0. 045 14 0. 963 20 1. 653 26 0.117
3 1.473 |9 0. 645 15 0.947 | 21 0.121 27 0. 087
4 0. 986 10 0. 845 16 0. 845 22 0. 089 28 0. 045
5 1.253 11 1. 2560 17 1. 256 23 0.104 29 0. 037
0 0. 769 12 0.127 18 1. 358 24 1. 547 30 1. 587
[0095] |5 :0D = 0. 2 I K PH
[oo96]  H:Av, FHTHE 20 41, BHTE 10 41, W44 100% .

[0097] 3K [0 2 SH A LY 8 -9 BH MR ML YR 8 0 BH P AT X6 B AR 56 4 36
[0098]

FEAR S gE R FEAR S g IR FEAR S R
1 0. 142 6 0.087 11 1.201
2 0. 089 7 0. 062 12 1. 198
3 0.035 8 0.047 13 1274
1 0.078 9 0. 108 14 1.767
5 0. 103 10 0.037 15 1417

[0099]  HAFEAS 1-5 4 I ERREPA MMy, 6-10 K W5 Bps B R IMIE , 11-15 R 3%e BH ki
=
[0100] |52 :0D = 0. 2 B A FAME . v O Bs L W Boms IS A B, 58 e &5 B s

ARG R R 7.
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[0001]

SEQUENCE LISTING

<110>

<120>
<130>
<160>
<170>
210>
Q1
212>
213>

220>
<223>

<400>

TL 5 AR I A6 B SR A 5 B d s i = 0

VL 5 m U AR Al 557 R 2 ]
N S E P AL RO IR~ 7

— A PR AR R S BN & R R A

20101220

Patentln version 3.3

1

33

DNA
artificial

Pl

1

taaaaggatc cggcctgacc accacctggg aag

210>
211>
<212>
213>

<220>
<223>

<400>

2

42

DNA
artificial

P2

2

ccecetetega gttaataget atcacgeggt tcataatatt tg

33

42
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