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1. — PRI AR TR0 5 XTI 0 ELTSA #y i J732%, HRp b T 5 L N 1% .

1) Fya BB %

A P IEAT SRR F AR PR S 6 IR METE BALB/c /N B, B ik ) 10* LA E =R
Jii B/ BB AN A 5 SP2/0 i 698 4N M SR PEG y2:32E4T 40 il 10482 ELTSA VA4 Ml B /4
S 5 00 IOFT A 2 5 9 40 B, A AT 988 40 ) 5 TR IR K B v B o A H = IR — T B B v 4,
1 X pHI. 6 BRI Eh SR BT EARE N 2 1 g/mL

2) BEFRHLA I L5

A SR BN PR 1D RN 2 0 g/mL ISP REET HRP FRic, 4 ELTSA
AT HRP AR 0 [ BRI ROEAT IR PRS2 s e P IR DR D PN 2 1 g/mL FJRPTAY
LB 96 FLELTSA A, LASEAT 93953 5 B, LABEAR HRP B4 A brichi ik, 2-T ELISA RS,
MUE%’?L&@/& 0D450nm {E H w\ OD450nm {E%%E@j‘ﬂ*ﬂ?ﬁﬁg H

3) ELISA ¥l FE 7

el AHHDIR DR 21 g/ml M ERPTHT LR 100 1 L/ FLEHE 96 FLERFRIR, 4°C
R LA
e2 VERR ALk I EEFRAR 3% I 200 1w L/ FLIN N PBST 6B, 75 VEI Smin, EE IR, A
T

e3 H i e2 JAT HIEEFR AR IZ IR 200 1w L/ FLI0N PBST S 41, 37°CIFH 1h, Bk
% bmin, EE VIR, BT ;

ed NIFER RS AE 42 I 100 1w L/ FLIDAE I 5 R T I Bbrt, B T 37CIFE 1h, %
PEV Smin, EE IR, BT ;

eb KL PT AR 0 BR 2) g br bt 4 H PBST 78 B W 4% B B LE 1: 1000 #3 8 )5, 1% 1
100 w L/ FLINABEARAR, 3T CHEE 1h, fEHPER dmin, EE VIR, HT ;

e6TMB TN TMB & (A3, B 4L 100 v L, 37°C i 2 4 15min ;

eT & LR FLINN 50 u LM H,S0, 2% 11 £¢ 11 8 (8 [ B, 7 B b 13 152 4% L S 8
OD 450, FIAE

£ B B P i AR ) i

RG22 AP FAE = BIHEAEAS 0Dy, XA + St ZE 3SD, 759 31 B BRI FRE
0D, £F 0. 2 LL_E, JIWT R BH T, BIARRRE S b & AT IR0 5
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— B 7w E WA R L ELISA #2075 3%

(—) HKAR G
[0001] A B B — Al SELAT 9500 B X HT PR R0 ELTSA x5 325, Je8 9 Jsr s il 43 A 43
o

(D) BFEEA

[0002]  HAG I3 ER KGR T E T 2010 A58 A AL — Rt G PR, 2010 FFHFEH 2 AT, 1L
Wi kb X SEAR RIS 7= 85 T B, 2 R Ol AR TR AR P BT IR TP TR L L AR
AL AL 5 S HL Y37, 280k J5 2 8 AN 2R 4 1A S50 =02 W, 2 1 RN B B i R Y
AT 7955 (Tembusu virus, TMUV),

[0003] 3% %5 J@ (Flavivirus) & — K #f B A 8 B 1 5 1F 5 RNA 7 55, 20 % 55 Ff
(Flaviviridae) 4E 3 Mg, Bl ¥ a8 (flavivirus) &8 (pestivirus) FIH
B R Wit g (hepacivirus), 2545 60 ZFopiEE. HAT, TR M, 5 EG RN 4=
R A R E TP I AT A

[0004] A AR A2 5 i, G RIS AR = X3 R AR a2 A S A, AL SR rh
[RYEH G 25 2 R | L RS L e F B DLZRIS L 6598 1 00, PR A g B Bk A5 1 R b e
G, BYRS S5 200 R R ar, SR T3 BLIR, —FRAE 5% LAT, A3 4R RSB I 7] /5138 30%, 10 ~
25 S AMSH= EM 8 Sy ik, R WA KW IRIE . %W — SR kA, HE KR
WER, AFWMERRE . RWE 80% UL b, FET-HAE 2% ~ 10%, TMUV & 0 fE W 55, 7 g
DAL s AT WAL T R AR N H TMUV, 327905 55 1] 48 S 8L 4% 415 B0+ F
JRR2E T] 5 B00 JRTEAS RIS 37 () AL 75 o TS 2 ZRRE b, B9V 5 ) A HE R e e 5 1K 93%, 4
7 TMUV 2 15 2 48 O e AL 3G, NAZFAT IF S0 RS DS S o TG st ] 20 25 2190 53,
T EE ] RIS HERE, IV YL REE R JOK s B s T RS W s RS 7EAN A Hy
X IRz (B V5 B i im TR Ay ik A e B ARSI R . AR EEAR,
S SEAR B 1R 1 A

[0005] [ A, B4 HG 3 A7 750 55 OO S ARSI U7 vk 32 2 4 1 AR A U v inE S
RT-PCR. LAMP \ b /5= . 5 7 B PCR &5, 1) G IR 27 75 VA AGT U HE AT 590 55 AR AH DA A

(=) XBPAAE

[0006] T fift vk bk i) L, LUAGE T S 45 L bR Mt K B RE S HEAT TMUV 395 75 AR I, A
ROAFRAE T — AL R R PR IE Lo ELTSA A 5 7%

[0007] A% % BH & IR A 35 2 g AT AT 90 s IR . 5 I HARAH L, AR & B B I
A TR B AT KRS o7 SR 5 2 — P {8, PRk, R 55 LA IE 0 ELISA J7¥2

[0008]  —FfrH AR SR B UHLARIE L ELISA # i 7v2%, A4 LA R B 38

[0009] 1. HR g REHLIANSI%

[0010]  {if FIIEAG Sm 25/ M PUIR G 6 FEIRSMEYE BALB/c /N, R PR iz 3 10° Lk
=R ¥ N RGN S SP2/0 - BE R 4 MR FH PEG V2T 4 M il & 5 IR0 ELTSA VAPt
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A - 7 34 B 1 % A 988 A0 ., 4% A0 988 400 L o) % T B /K B v B B R FH = R — T R B V4l
F 1 X pHI. 6 B R £h S8 i SR B AR R 2 1 g/mLo

[0011] 2. PEEARHUIARNIERE

[0012]  FH mrt ERAENTEXS P IR 1D RN 2 1 g/mL ¥ FR BT WIEAT HRP bR, JF R A
ELISA X HRP ARic (P BT AT it g« B PR PR DA 21 g/mL 1)
BRI L 96 L ELTSA A, AIHAT 75993 75 0 HLR , LLEEFR CHRPD Hrid A brid Bidk, 2E47
ELTSA 158, I 7€ 25 AL IS OD gsop B0 LA OD s 1552 1 FRI K BERR T4 o

[0013]  3.ELISA flFEF

[0014] el B DR 1D IR 20 g/mL R HIE AL 100 0 L/ FLEHE 96 FLEGAR

*ﬁ’ 4°C j\‘iﬁ H
[0015]  e2 VAR 0 4% B bR AR 42 200 w L/ FL NN PBST # Wi, 7= 3 P4 bmin, & U
W, BT

[0016]  e3 ] e2 H T HIBEARH 2 200 u L/ FLIN PBST 35 VB, 37 CIEE 1h, =
WYk smin, EE VYK, AT

[0017] 4 MIFEBRHRAE S IZ I 100 1 L/ FLINAE G BT HIEEFRA, B+ 37T CIFE 1h,
E PR dmin, EE PR, T

[0018]  eb ERINBLMANG DU 2D th B R4 FH PBST MR 12 AR EL 1: 1000 FaB J5 , 5
100 u L/ FLINABESRAR, 37°CHEE 1h, % PEdk dmin, B E VYR, T

[0019]  e6TMB TN TMB & (A7, BFFL 100 1w L, 37°CHDE R4 15min,

[0020] o7 & REFLINAN 50 1 L3V H,S0, Zeab5 #6115 (B S B, 7 AR A3 b B2 A L s v
T OD50, IH

[0021] £ FF BH P I AR 0 o

[0022]  HRHE A B PE R FAA = BITEREAS OD,5, V-4 +3SD Chritim 22 » 15 380 I FH 12 i
FAH o 1 OD 50, 7E 0. 2 LU b, W BT A BH P, BIASHAS A it vh 25 AT 9500 B3

[0023] AR EHA &R

[0024] AU BHE ST (FHEAG AR FE 92 0 ELTSA Rl 75 vk By B s Fa e VR B v RIS
Fo A A R BH T A PR A SR A U SO s 43 W B L A LA 95 B I RE
R AT PRI A A P 5 B A AT IR R s AS R BH I A N T 37 T g R 1 R e AT 7
I 3 IR HE ARSI

(P> B3 i3 AR

[0025] &I 1 2l 1 B se BBk 4lifl J5 western bloting K.

[0026] AR M JKIE A & FUBARIE 28 1.2 Fl 3 Uk A BB g BERTAR N vk R P X B, Ut
BF 1) & 1 B s B B A A R RE e

() BIAKHEAR

[0027] A< B AT AR S A 7 s

[0028]  FUEHZEIVE <1 X BRER EhZE PR (100mL, pH=9. 6) :Na,C0,0. 2756¢g, NaHC0,0. 6216g,
FH 78K R IF 2 25 2 100mL, pH {H 9. 5-9. 7, 4 CIRAT

4



CON 103869066 A Ww B P 3/4

=

[0029]  PBS ¥ W& :NaCl4. 25g, Nal,P0, * 2H,00. 178g, Na,HPO, = 12H,01. 386g, FH Z& i /K 5 it
HEARSE 500mL, pHAE 7. 1-7. 3 ;

[0030]  PBST ¥y :%F 1L PBS A Tween—200. 5mL, 75730V

[0031]  PBST W #F 5g drymilk %5 T 100mL PBST Ry b, FHHIRAE T 4°C, K
7T -20C.

[0032]  TMB A4 :

[0033]  Buffer A :FRHX 66.5063g FT AR, H] 800mL DY Z& /K ¥ il 3 U ER IR 1A 15 pH A 22
4.0, IO 314 u L H,0,, HHI/KERZE 1L, 4CIATF

[0034]  Buffer B :FRHX0.2956g VY A FELEL A (TMB), 0. 0633g VU T ZEAH A AL He ( TBABHD %
T 30mL — 5L LW (DMAD, 4 CREGIRAT 5

[0035] i I, % Buffer A Fll Buffer B LIAFAEL 39 :1 A ELBES, BLECHLH ;

[0036]  3M H,S04 £ 1by Kk H,50, LIARILL 1:5 M LLBl i A28k, IR SR HI 2 =i
B A 3M B BR VA R

[0037] A BH A A8 FH 119 SP2/0 - HiE 72 41 B ml i W75 21, TEAT 9508 55 23 B AR ] MR STk
(PEZED 2011 4 17 3 CRIHAT SO0 2800 B () 73 B9 28 08 S ARV e TR0 43 B9 21
[0038] St 1

[0039] 4 3EL AT 75978 5 SR YL ) i 4 23 00 0. 3mL A= FE ER K BB, 4000 %5 / 43 Bh B0 15 4%
B, AR SCHR (P E KA 2011 4F 17 85 CRSSEAT 598 B9 0 JR 119 20 25 8 o e AR pe vk
B GO BT 54T BIEAT 93 F 3 B s VB R IR IR RN 9 Hikg SPF XS IR, &A% 0. 2mL,
3TCHFE , 5t 24h NI, L EE 24 ~ 96 /NI P DR IR B I R PR ZE VR, 12000 /min, (=i 55
> 30min, B3, 80000r/min, #HIE 5.0 2h, 372 _L3E, I\ PBS WS F U1, 19 3 440 R HH AR
T EE CTMUV) o TMUV A4 S LR, 4 40 3¢/ A7 T -80°C % FH o

[0040] 2. BHL Il A¢ S5 A4 F 1D A At Ad (I AT 2 B VR D e PR e 6 S iE 1
BALB/c /N, 80w g/ Ho BB — RGP i o K58 A ), 45 = = DUk S I 3k (R AN 58 4
VT o 38 T 2K A 1 ORI B2 bk 22 e i, o = DU IR I e SR DIIR S i 14 K,
JE2 5 Ji SR TG I 256 A7) 3 2 37 K I 44 () TMUV-ELTSA 1 E-ELISA 753, PRS0 78
10% LA/ B 40 i 2 T 26 3 R e B 4 JELAR 900 255 BT R /S BRUEAT In o e 92, 571
oA 100w g/ H s = RER/N R4 ML SP2/0 B 8878 4 MR H PEG VAT 4 Ml & s fr
Rl 4 B RGN 96 FLARURES 1/3 AR LA By, A TMUV-ELISA F1 E-ELTSA #ifi 126 fili & 40 Jfd, 16
£ TMUV-ELISA M1 E-ELTSA 35 24 BH M 1) -5 4 o A PR R VA AT se b dl, B R THPESR N
100%, RIFS BN 2 AZ T A M o 5 BEAS E 70 Vb BT 1K) A4 AL I8 40 M 12647 I /K 1) 2% SR T, F E-ELTSA
TR BPUHER - TR E T VEEEL, AT 1 X pH. 6 FRER Th Z2 UK 24 J5 1 SR P i B
A 21 g/mL.

[0041]  3.BEFRHLAMIEER PR 2) PN 2 o/mL 1P A H SRR B2 AT
HRP #%ic, A HH ELTSA X bR i i BTl T iE PR % e o P IR 2R 2 1 g/mL (1R
W EL A R FRAR, LA 9505 5 CTMUVD AR, LARgFR (HRPD HiAg A Fsic Pk, 24T ELISA
I IIE 5 FL 0Dy 1E 5 LA ODys0, 1E 55 1 HI A AR BT o

[0042] 4. Ffd N A BEFRDTAA TAEIREE S 1 21000, IR 5% [t 5 983 1) PBST, $t
JA AR e PR S AE TAER A 1h, TMB B B[RS 15min.
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[0043]  5.28 X MM FH A & BH 2 57 ) 7 v DPV ATV NDV., IBDVEDS—76 TMUV [H 4 1fi. 375
e 3P I3 BEAT RN 5 12 595 RS TMUV BSE P i 975 Jse o 2 BE 1, o B2 vk A R B O R
P

[0044] 6. fINFEF

[0045] 6. 1 WP ER 1D PR 2 0 g/mL [ RPIET AL 100 w L/ FLEL4E 96 FLEGAR
M, 4°Cit iy s

[0046] 6.2 PEMGDER 6. 1 A0 Bk Kyl b A 1 L 200 0 L/ FLINN PBST #R WiL, 5% ¥ V%%
5min, B E YK, BT ;

[0047] 6.3 B 6. 2 P HETIBEFRACEL R 200 1 L/ FLIIAE 1% (RFAED 4 M35 &
[ (BSA) [¥) PBST & IV 1, 37°CHFE 1h, % UEE dmin, R IR, BT ;

[0048] 6.4 MIFEFFASAE S IZ I 100 1 L/ FLINA 6. 3 ¥ B JE RSP, B T 37 CHFAE 1h, &
Bvkik dmin, EE VIR, T ;

[0049] 6.5 K INHLAANE DB 3D T EEARPUIAH 2 19BSA () PBST MR i% F AR L 1:1000
P, 118 100 1w L/ FLINANBEFRIR, 37°CHF A 1h, FE¥%PEE Smin, T VYR, BT ;

[0050] 6. 6TMB & N A HT EF B I TMB S (43, &4 L 100 u L, 37 CHEEE E 4 15min ;
[0051] 6.7 & b EEURALINA 50 w L3M H,S0, %11 B 68 ) I, TER AR A b A5 FLR W
W& 0D450nm [KIE o

[0052] 7 FFPH A E AR TR R BN 2 £ A0 BRE 545 B0 93 BH M s S AT 0 .

[0053] S NV OD,50n, 7E 0. 2 LA, W A4 BH P, BAFRS AR St b 3 JEHAT 9000 5

[0054] S NI OD.som £E 0. 18 ~ 0. 2 22 [8], JIWr 4 SEA0L, $2 ML IR 6 Bk

[0055] SO AV OD,50, fIE T 0. 18, JIWT A B, BIASE A it AN & A1 3HAT 9590 55

[0056] A< B T HHAT 75955 B RS o
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