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L. AT P BRI 42 ELTSA HrAFii il &, 46 G pk iR B An i, JLREIE7E TT
JE A N L ERL B BEAE T BEFV G JEERI ) 1141bp—1620bp . K& A4 480bp.,

2. FRPEACRIEL SR 1 BTl (1 24 AT # 55 [R) 8% ELTSA FUARKINAR T &, JRREAE T Hi)R
HEHEA.

3. FRARBURIESR 1 8K 2 Pk (4= AT Al B (A1 452 ELTSA PrARs iR &, SR fEAE T
TR B TP FRUE S PE L3S  FRvE B PE ML VHRP BRAC Bt 2 P A L05 F5 B VL B P 1A%
FEE S TMB 2 (R« 28 1 VBURT IR A RV VL o

4. WRNEESR 2 8% 3 B4R AT O B ) 42 ELTSA PUAKINR 77 £ A0 B i 1o B b A )
vk, HARHAEZE T SEQ 1D Ne 1 1 SEQ ID Ne 2 % b Filig |4, UL BEFV RNA ke
B4 H BEFV G ZE (A1) 1141bp—1620bp, K K224 480bp I v B, TR 34 1 Be 5 pMD 19-T
Simple ZAARIER:, FAL RS 25 DHba KA B , 0 06 BH 14 B Pk, 32 B 20 5ok pMD—G 1, P44 it
i pET30a F1 pMD-G1 43 51 FH Y VIl Nde 1 A Xho T XUBEYI], 43 5[] B 1% DNA B B A pET30a
AR R B, FRER HALRAZ 25 BL21 (DE3) KA B, 0 e B ME i RR , FH R FE 0. 3mmol /L
(1) TPTG BT SR IE, RIEFWALANEEIEMA B MEA, LEL B MWEA IR
0B BEATAR o

5. WAIER 4 RIS EHAEREA .
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HRATAREE R ELISA Uikl X E R EFI & 5%

F7 AR St
[0001] A& BH ¥ Ko —Fob 00 000 R 7L 300 40 92 9 RO RS ISR 70 &, 8 DDA ke B & — P T
K2 miAT #VUi E: (bovine ephemeral fever virus, BEFV) & A X fiid &1 777 o

B

[0002] AT H (bovine ephemeral fever,BEF) & BEFV 5l 2K 4 04 4R DL K
IR B —Fi S AR S5 . BEF HRIRS T B A% 3%, B Al B 25 I X 20 A 2 I 2R 0
A9 HIAT B W S 2=, R AR B R AT, T R T 38 — R R e 5 #07 X B
ANSZ W N AR R e, PR e . B R P AL RE, WAT I, A g R M . BEF
RATAEM M ABCRANE, AR E 2B 0 2R, SEDA I ERAL, FLiR
TR, 4% A AR BT DA R RS, X R A b aE RO A TR R

[0003] %% Vi TR & 4% BEF ) 2EF B, B WA SR TAEE Wl sh 1T 2 Fhiz
B BLRE INAS [FAZE TR ) 5 P 1 s 95958 v LA SO ST 5 R 3 82 i (1) S e RO AT T
PR o FESE R A2 v N FH 1 2 B2 K v A5 55 v, FRIEI ) A8 A ) 2 0 Y 21 BHK-21 41 fig
1) JBT6H A il £ R K o

[0004]  3%f BEFV %5 1 () #3550 R EAT VRA, B3E A BEF AT VAT i 2% 1 25, 3k 75 2240 I
BEFV MG ARG . BAR E N AN 28 I BEFV FiAR K77 VERHT TV 2 8 LHIE
A, EAFERMA LS AR L F e 5 E . GI-ELISABHWT ELTSA J7 VAR AR 525, (A EL
TESE R N ) R A ARG o HLE 773228 SR T SRR, UMW) N T 58, ki
— PRI S ) BT ARAL, R T R IR RIS, B LS B AR . B H AT Ik,
X TTAEALE N AN 5, 3 AT — Bh S B RS S AL A I BEFV LV B AR &

[0005]  IRAGHL A, A AL A BEFV HLAR I bR E J7 25, W] BLE P 0 58 M35 , 0] A
A BRI BEFV TR, (HIX R T b BN SR LB 8T 2, B s &, LA B 22 7R
ferrTabr. IO T SEE N B &M N A EA BESE Rl R FRPEIES K, 2R E S =
AU FERAE G EEAR TN TR % T AR, 75 B0 R — Rl BEFV 144 151 &,
FERIX AT S ERAE AR XS ] 5, DR 22 400 e e A7 5y m] FH HAG I BEFV LS P4

[0006]  BEFV J& T~ 3R 5 75 B, 8 I i 22 8, [F] )& 9 L B % 18°H berrimah virus
(BRMV),adelaide river virus (ARV),kotonkan virus (KOTV),obodhiang virus (OBOV)
Mimalakal virus(MALV). 3XE8p5EE1KPLIMIE Z [AIA AT XN o EARRE 5 MRS BEFV
MIFHA, VAU FEAIE PR

ZBAE

[0007] A BHERAE—FPn] 5 IRIA H AR BIAS R, (5 BEFV Hitihk 24 | 3, A5 g [
& SRR B AR & A AT ORI, F TSN BEFV Y5 BT A4 1 18] 4% ELTSA 3555, RIS
P A ) 83X — S X B 1 v AR & B IS BEFY E5 41 B J R il 4% U7 v, DA BGX Fip
HEHBUR.
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[0008] A% BH ) 4R AT #A B5: [R] % BLISA BRI 570 65, A 556 8 BT R IO B bR AR,
HA PR A Kt s R A 18 B, FRIA R AL T BEFV G ZERI#) 1141bp-1620bp K A
k1 480bp, 14,54 BEFV [ S0k GL HiJH 247 .
[0009] A< BH K2 AT #9575 7] 32 ELISA HUARK s &, Hpi i h EHE .
[o010] U5 A%, A< BH (1) 4R AT A0 B3 ()42 ELTSA B IR & b koA b vfe B
I35 FRAEBH M I3  HRP AR iC S P2 PuaR My 3 B i AR BT ARG B . TMB (i 2811
TR AR VRV o
[0011] A BH 2R AT P 55 17) $ BLTSA ARG 038 70) 65 A0 4 e R 140 BB AR 1) 45 7 7%
#& I SEQ 1D No 1 FTSEQ ID No 2 24 b FiE514, LA BEEV RNA SH ARy 3 HY BEFV G ZE[A]
[#) 1141bp—1620bp, K& 4 480bp 1 J BL, K HTIAY 38 B S pMD 19-T Simple ZAIESRL, #
IR SZ 25 DHba KT B, 07 326 BH M PR, PR 2 50k pMD—G 1, F544 JBURL pET30a F pMD-G1
Gy MW VI Nde T F1 Xho T XUEEDT, 430 (R H ¥ DNA Jv BORH pET30a 344 v B, FRiEHE
ALz 2 BL21 (DE3D KRB, Bt FH MR AR, FHZRAZ 0. 3mmol/L 1) IPTG AT/ K
15, KL eaie 5321 EH B & A, DUEA B & 0 8 O HU R Sk B .
[0012]  AJBHZR AR N KRS R I, BEFV #2511 (6O FERI #4045 14 v B, Bl BEFV G
FERI Y 1141bp-1620bp, K24 480bp 1 BEH AR s, R 5 BEFV B ILIE A& A2 A, T
5B R & B M M3 oA X N, 2t — R R B, X — v BOd AT R i L 25 R B
AR e R RE S Eo
[0013] A BRI IR IRAE -

a. EFEBEFV G IEA[RRr e R OR ST F BOadbAT So i 31k, Frie B2 R iy Be 5 A g HL e
B G AEPRDA N Fr B RIS PEAIS T 40%, JF H5 BEFV G ZEPIRE PRI GL PR A. BRI,
IXFhali Ak i FE 2 B AR kB R, H 5 BEFY BRHME I35 A4 R, 1T (R JE B[RRI 3L
B R IR M VS AN RO, FRAE T SN IR e 1t 5 9 H GL PR e fr 2 Stk e fr, AR
B R RN, PRIE T SO UK E o
[0014]  b. ik H ATZEE BT H EIEUA S pET30a, 15 2 B &R B i A A2 R R S . B
SR 2 R A VAR AR A7 1R, (B f5 T Ni-NTA  Agarose #EUEAT 44k, 401K 90% LA
b ARIE T SO RO IR
[0015]  c. AR RIS Y H )42 ELISA £, FHctk 4k, 5 B At A T4 BEFV
MDA R EE D AR AR LG, FAR K E AR e s, BRI mT #e Rk
[0016]  d. A& B A HAR S A 20 IR ] B 5 {0 PR, AH G Tk A DR 3 m] 422 HE U B 1520
BRAST I I A BRI AR R BH IR & T AR B B ML T 2 4 N H

BIAEEAR
[0017]  — HiJsdhil&

WP ke &R A B W — x5l W, sl W 8 A5 —catate
aatcattatgggatcggate—3", NUFSIYFH A 5’ —ctcgagtgteccatettactgeetttg—3" . 5|4
FEo R A I R 2 W UIBEAL 5L EIFS I o Nde T BEVIRL 5, TS 1900 4 Xho 1 B 1)
P o PP TR RNA $2EUR TS, M BEFV JE e i 4@ HL BEFV. RNA ZEPRI AR, FT EiR 514
XT, RT-PCR 77741 H K DNA v Bte By 382010 H 19 v BeK 24 480bp, £ T+ BEFV G &[]

4
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[¥) 1141bp—1620bp, & GL PUIRKAL . Hd HIBIM H (1) DNA BEAT B Tabl vk, 4l ATl
H (¥ DNA, 5 FCfE A pMD 19-T Simple &4z, ALk KT B DHSa s B SH 14 5 o B ik,
PEECE LTk pMD-G1 ; JH NI Nde T F1 Xho 1 %FJ5UkE pMD-G1 I IEZ A pET30a 43 53k
FTRUBEY) s8R J5 43 AT B R B s Fie v ik, 20k« [RUSCiBE D) S5 140 B FY) DNA R34 B o

[oo18] %[ [¥) H (1) DNA Fl#k 4k pET30a F B H T4 BRI T R, ARG H LRIk B
PR BL21 (DE3) , PRESH P 8 50 5 B i, LAZRIRIE 0. 3 mmol /L [ IPTG HHAT I SR IE.

[0019] 555 (M VR B O UTuE, I pH 7.4 PBS PRI UTIE T 5, SR 5 8 75 Dk R i 1, 75
B0, RIA H & A IR, A TUiE T . UTTE FH SM R 2R, SR )5 1L Ni-NTA Agarose
FEAT AL, FRIEA B EA . BRI AT,

[0020] . HrlE L

ik I B S AR A PUR A B bR AR . 28R e A, 72 DR I A A A
WHEN 151 g/ml, 100w 1/ FL 5 35 W B £ 200 1:10 sHRP Aric S bt 2R B A4 B £ 50N
1:20000, 4 H SRR 100 £, HINFAE 200 A5 o
[0021]  HURMEHEFET A o ~75 CHRAZ M PTIR AL, FH PHO. 6 BR IR 2k 2% 1 W B &2
15w g/ml, IMNEEARMR, 100w 1/ FL, BN 4Cl . K HBEDURE, Y55 L 2% R
B, 100w 1/ 4L, 37 CHRE 30min, Fobs. R MATARER, 1000 1/ 5L, ZHEBFE
10min, JET, ZEBYR G K Lhe 52 ONELEESS P, R EL 2 .

[0022] A% BB B HAR 50 & b I bR e BE P I3 , B BERV I 75 2 RE Ik 1. 5 B 4 Jn
il &, FLUCEE 57 IR BHMEIMIE M ERE A S iz ik BERV B, A B it BEFV [ iR 2 2
M3 o AR B A IR & (1 200 £5 HRP ARid BT PURIAE T Sigma /A H) 5 M5 H B
VR BEERR H AT TMB (0,7 2 19K 50 5 iR AR VR TR B T B AR LR B 22
BB E 2 W .

[0023] =.ZHBRF) &

AR 58 £ i 2H 25 A ok B ORI BERY I35 B 44 (4 1) 432 ELTSA 3R 1 & (BL R i
WANED . VORGP PR SR BRI (2 B s PRUEBAPE M E 1 3
(100 1 1) sFRAEFAMEMIE 1 3 (100 1 1) 5200 4% HRP FRidARPiAHiik 1 32 (100 1 1) ;M5
BV 1 I (20m1) ;s BEFRPT AR 1 (20m1 ) TMB S (A% 1 3 (20m1 ) & B9 13 (20m1);
50 fEr R ARV 1 (20mD) o RFEE 4 CLRAT, TRATHIN 6 A o WFIZnTAT I 180 473 1f
Ho
[0024] DU A& s FH 7 v il

L BRI ACURFE P EU , P47 2 00 . TR 50 {5 el i B 2 1 At
W
[0025] 2. HYHHEEFRAR, 2R 35 I 2R 8 75 B BRI AR 4%, TR0 AR IR AR A TN AL 248
L, ACIRAE . PRETIBEFR RS AT AE 7 RN 58
[0026] 3. HNUME R AEBERRARFL P I IS5 B R, 26 —HERI 2R 5 ~ 6 FL (B A XTI
fL 4 100w 1/ 4L, HRHFL A 90w 1/ L.

[0027] 4. JOIE BEARAR S —HER 1 ~ 2 FLIMAARVE R PEMYE, 26 3 ~ 4 FLIMAFRHED]
PRI, 55 5 ~ 6 FLAT AN HREFUMARR S, e miEm 1L, AMESR. %
MEMANE A 10w 1/ FLUMEREWBEE N 1:10), AN LA MMNE. BiREy)R

5
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5o
[0028] 5. iRFE HERIEEFREFR, A 37T CHRAE T I E 30min.
[0020] 6. ¥E¥ /NOAEIFBE, 7MW, BT, BALINE BRI, #E 30 b5 5 %
W EE 4 91T
[0030] 7. i : HEGFRHUARREBCEG HRP bricd e bi - IriaE 200 F5808, I B AR R AL
W, 100w 1/ L.
[0031] 8. ¥&& FEF 5.
[0032] 9. PE¥ FR1EF 6.
[0033]  10. & A TMB B, 1001 1/ £L, 37°CEE 4 dmin.
[0034]  11. ik AL, 1001w 1/ fLo
[0035]  12. WE 37BN FHEEAR AR 450nm KT W& % FL IO RE (0D, D o
[0036]  13. &5 HIE FF i 0Dy 15 — FRUERH T IML7E 0D 15 / FRUERH M 1ML3E 0D, 1 — FrifE
BH 1 LI 0D, (B = 0. 3 A FAME s i 0Dy 1B — FRAER PR LG OD 50 {8 / ARVERH 1 ILVE 0D,
{8 — ArAE R PRI D50 (A< 0. 2 AP 0. 2 <K 0D, fH — ARiEMIPEMIE 0D,50 16 / #5
YEEBH T 11575 0D, 1B — FRUEBAPE MLYE OD,50 {5 << 0. 3 AT 5E,
[0037] o ARG BB R e e B R AT A R I

G295 55 R SE IR R BT AR 128 1 1:32 18 2 U 2 AT APH M IR , 4 B ARie 1.
2 S IMiE, BH 3 HIE 1:10.1:20.1:40.1:80.1:160 3£ 5 NHRREEE, F AN J B 050 ks
DA BB S HRE o R 30 R 6 B A DN HE R S AT R . S5 SRR, &t 1:8 1 1
5 BH P I AR AR 1220 BRI A FHE 52800 1032 1 2 5 BH I i S A RE 22 1:80 W45 ml i
TN HE BH A, IR B B AU
[0038]  FHiAF &Il BRMV. ARV, KOTV, OBOV. MALV LA K JF K% 55 (Rabies virus, RV,
55 BEFV [l @ R EERD IBH P M35 , 45 325 24 I, Ui B BEFV BH 4 I 37 1 7] J8 H & i &
DL K RV AP L35 2 (R ANAEAEAS SURNY, SRR A R AT e e 1
[0039]  HY 20 4/ BEFV BH P I35 AT 20 43 AME M , FH FEIREGR A S AEAS R I TR AH R 44
FERRIN =W, e g5 R e AR, U B & R T
[0040] 203555 PRI 56 %5 02 1) 54 43 PHME I3 A1 30 43 B ME I 3% , AR & e A TR, 464
FOTE SRR ARG MG, RERH, RS SRR AE N 97. 6%,
[0041] A R4tk 4 (A0 £ e (U B 2 ETASIUAH (A1 54 43 BHPE LS A0 30 P I YE .« 25
R, PRAT 6 A H BIRRFEXS R — 4 M35 RN 25 SAH R, U6 & R #2200 6
NHo
[0042] 7~ RS A I FE ) Iy A

A B R R &I TR B 7 AN AR S 3L 1301 4y, G4 7 i 48 4R A 13
476 4y, THE BRI AR 179 4, HN B 184 mig 98 4y, W HIAIX 94 ik
175 43, (L PEAE B 2R 035 109 43, | ARE R4 M3 34 4y, = A B4R 95 230 3. [A]
i 2 P ARG I R i v . A s Rk 1.
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F 1 AEABENESHEE PN I E E 0 iE &

KRBERAFIE
PEIEMIE PitnE TRLE SHSH
FEfEm®& 569 12 3 584
mEPH B 8 645 5 658
wWie  FISEMmIE 4 6 49 59
PRERE 581 663 57 1301

[0043] RS &5 B AT 40, T AS A BH o IR 7 B R0 55 P RIS 23 A ) L3R v, P A
TR A ZRAE 97, 1%(569 + 645 -+ 49/1301), Ui B A & B35 & R F & 52 4 0] LA &G
TR BERY Hiik, e = T N .
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