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1. —HZAEBXAHEIEV EZABaRARALER, S4EeT: L824
A5 i% B SEQID NO: 1. SEQID NO: 2. SEQ ID NO: 3 & SEQ ID NO: 4 BT #4
L PIEE—FRARSTF.

2. AR AER 1 TRALR B X FEFIEV EXE B @R A2 Rz
BT 5.

3. MRERAZR | AN TR X HEJEV ERG THE B @B i3
BR, BAFIEAT: TR ARG X %4 JEVE &G ¥ Ak B @RAR RIS KA N
K C 3h AT |

4. RFEAF)ER 4 FriA) LA I8 X R& JEV E &G b fk B @R k15 %
B, HARAEA T ATiR6) 3 RREE N s 6902154550 N sbed § R EAILR TBUL; AT
A% AREE C 3 1LFEB0h C 3569 A KRB R BERAL,

5. — MW RESF LA B X R EGEGASY, LHHEET: SHBFLEA
BHEORAER | TEAG AR KA EE &G ¥ M B @R ELS K,

6. MAZRK 1 RN AR RAEE RS Tl B @RRER RS KEHE
B b 7 TR X R E Y F 64 R R,

7. BAER | FEH AR K HEEREG Tl B @R LIS REHE
BB AR A K R A AR KA b 69 A &
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LR %HE XY B @B ifsd hB LA

AR AT,

$i%ﬁ&ﬁﬁiﬁ§%ﬁ£ﬁ&aﬁ%%ﬁéE%é*%&Bm%ﬁﬁi
BE bk, ARAEFGBRERBREELS REGERLM AR RETHEA, BT
5T RS FAER,

FEHRK

RATHE LA i3 X TR K2 LA K 5% & (Japanese Encephalitis virus, JEV)3]
RO —FEEBEBALLEL LR, ZREFGTLT 1953 S RRES R
YA BRA, B ABERE, MRAEAREDARKORCEBE, AXEET
T 1940 5 B0hRE, ATHTRAREAMES, TLARTBRIABE, HHKT
B, EHTGLE AEFA 30,000-50,000 41 LR G], £ 25%-30% T, 50%F Bk
AMEF AT B Go/e o, RELFEF 69 TP T 5000 4], ST 200 40
E A TFRAAMIABEFREEF I H R, BRA. BFEMEET LTI RE
Re HTAZRFIRTBAZRAHNEHELE, ABREBREAZH, ERHEZ. 3
B TRRBBIBERGAE A SFAE. B RETIRAS . FRIEERTIFR, »
B BRFHRENIFRY TR, VHRERBEETRENL RFi 2K,
AR KR EHARERER, FELEREXQGEZFRE. LESHYHBL,
YHIRBELSZER, DRARFL, S IEV # L BHBEA, B2 uRE
EOARRTRESVHEALSEEZL, LABREREIELETNAT, RRELI
B FRAAARE, XA RATH SR B K TR0 B A R A A LA,

LRB R REELFEMN, BRERE, HEHIEH RNA BE5. ZHAY 11kb,
Qe —AKNFAHBEAER (ORF), Fss2 5%4 3%FEHBE (UTR), £RB4H
SRR VETF M, 124 3738%A poly (A) E. ORF %543 432 NREB A
48, EREFEISMREQBEOERA THRIY 10 MREAEE, 083 NEHE
& (C, pM, E), 7 M3E%4#4ES (NSI, NS2A, NS2B, NS3, NS4A, NS4B,
NS5). #m&EKTFERK, HZEY 30nm, FEE. JEV RE—-ANaFd, AREH
LEBFRE. BFTEAREARE. 2RO AREFRER —AB, AEREX
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B, mEEBBEG LA R, RS, 4. $BEghiimi, BE
ST AR 55, 56°C 30 472K 100°C 2 54FBP T K&, 25kl fo T IR 693645 /4R
&, LB, 1: 1000 *ESeB AR TR ERNYTRERE., EBREEAST IS
%, i&E pH8.5~9.0.

R B BATH A RIZ R ZRRITOA %, T LA X R ERE EA
MR RIT A A BAER TRRGAEAELATIRBRERALA SRR R KA oL
B ERORZLERFRTRON—FHELHLEMNEY, REEHLERPHRE,
BRI HAR T EA b A 69 B IR EALIE R AR - & F Fo bt Fik b 4243
B4R, EHAmFEREERRERLASTRRGEE . KA ESER ARG
BREGTHNERETZHEXL,

KPR

AERAG B I —RL LA X% JEVE B4 B @R E12 5 K.

ALR B 2 = RAEFTR 4 TR X% E JEVEE G B @R i $ KA
ATHARTG LR B R FE, REELA T4 ERD 0 AR TR X % F 65
.

AL LA B HRBIUATHRFTERERLY:

—M AKX AEFEIEVERE B e BREIL S K, L 8AB Tk SEQID
NO: 1. SEQID NO: 2. SEQID NO: 3 & SEQ ID NO: 4 Fi T+ ¢4+ & —FF R A B E 7.

Hob, TR AT A B KA JEV E B G B W R AL N 3 C
HATICFEAF ., Pk 6910540 0 % A4S N st e f RERR TBL, R CEM g
RBAARBEEEAL.

AL AT ArA e TR I X RF JEV E &4 B @R R T @ B4R % Bk
SR EABRARE], TR E TR AR EFE), XD RARAR ATid

5 9

AEACRBEFAE JEVE &4 B WRAREALERLEZHTH THELE
R REE RN AERBERY . CTHRYG CABEHEIEVEEZG B @
JOTLIR F AT B 5B ) B RA MR TR X R F JEV AR RIL A s X % & JEV
2 BRAUAR XA

FARPAPTR eGSR EREBBIEE, 2V ARG — N RAEHRK
FREkAr, X& 2 pRiBLh Fikd, MEIEBRSBREE, FHU T @RIER R,

4
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€4 Thl A=/ Th2 R4L % Ak, X3k T WRRBRELLTIARR T JEV REZ G KL
CHHEEG T EA R BIIR @I R E R S KA T,

o LA s X 5% & JEV T vA4t 3t E & @ 3R RAS 0 % 5, Ak R4+ 3 B s
B IR 3 FLERAR, BRI LT oA .3 M4 ELISA. R34k £ ELISA. H# %%
RABAR. HBELERABR, REARURKELERENBEARE.

R TR K A F JEV SR, QAL ARK, RHRETARK, &
BRI, 3 IBV B0 BEHARF . Mm% 3% T A €L3% 18] 4 ELISA. 334k %8 ELISA,
PRIRAS R RIKF BRI EATBARF.

FORAE B WERREAEZ T EA S, AR IRZ ERELERRE
FaLSHE. ARRMAGKE R AR K. AR 2 KEMNBASF, KRALPELTHR
REAAF T2 X AMRLEE TSRS KA E R (overlapping) 34 JEVE &4,
BB R AR S RARAE G aY JEV Rt G OB E T REBELF T, #—
THREE REAR RGO EEG, SXRRELGFFIH; BRASARS KIER
BHERAT RN, ARLERSBEORREEDWHERAHFHLEF0E, &
MFR KAL) .

AREORGH H B R 4T

1.@L&Mﬁ%&EVE%éB%%fﬁﬁhuﬁ%%&ﬁ&&mﬁ&%%
PARJE 698 = £ 415t JEV 6940k, A A45T E RO RR AL ELBFARS LK
FRT AR LB L % E JEV R A A BEEEY.

2. RAPRHZAERAREE &S B BRREELE LS BREER f F BSR40
Bk, RBRENY, EREHWETENR S KRR TR B X mE ke
BAARN ST e LR B X K F JEV 55 A R BRI,

3. RARNKHCLAEE A% E FE B @R RERARLEEY SN A f
K% JEV Bk R LA W X % & JEV % ARFK,

M P 5L B .

B 1A%41% AR SEQIDNO: 1 £ SEQIDNO: 4 5 GST &4 £ %&F & 54 JEV
fn 7% Western blot |25 . B MAEZEERAND: M, BARN>FE44; 1, GST
-SEQIDNO: 1; 2, GST~SEQIDNO:2; 3, GST-SEQID NO: 3; 4, GST - SEQ
IDNO: 4; 5, GST *TH&.

B2 AR S RARRI TR CABERETRER. 1|, BEaFdg; 2,

5
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#A&AL % BK Seq No 3 fuiF,

%361 E& (over lapping) % k&S kA A S JEVE EGHE S KA BHF
#ATE 4 ELISA %% JEVE &9 B @4 /R &4

4% JEV E ZBARABRAFF], Bt — BB A6 ANMHAFI SR, XHBAnE
¥4, HEZ JEVE &Y 1296 RABALRR, ZXKREA E BaLMs ]
(Domain I ) ###3KX 1] (Domain II ). BREHF L KELBREF], LR —
5t DNA 4%, ¥ DNA 4545\ & X &K pGEX-6p-1 5 GST #h47akd kik. akd-Aik
ARSI EAEEG 53 BV ik 347184 ELISA 547, %47 JEV E B & /B A 45.
LR A4 T . .

Bt 5 BRF 5] Mm% KT 5149 DNA 43 kb 2 R S8 A E 35S
RIB>RBREFZ G FA BT A — £ L M) 5 F TEV fu ik %98 B HEAS ) — 24
JEVE Za Rk &,

A1 3KEASBEHE5RIEV fi# a4 ELISA B E &2

ikl GST i & 2 Fk/F5) 0D 1&
SeqNo1 GST—FNCLGMGNRDFIEGAS 0. 373
SeqNo2 GST—EKRADSSYVCKQ 0. 407

SeqNo3 GST—GTTTSENHGNYSAQVG  0.590
SeqNo4 GST—SQEGGLHHALAGAIVV  0.320
Xt GST 0.128
E: QHBARLAINA S KBS EY, GST AsTBEMAR, FEOHRE S 10ug/ml; 3 IJEV ok
# 200 4EH A,

FHH] 2 THE K HEIJEVE &4 B @HRR RIS

-4E JEVE & & B @R E AL RARAFF], B B L KAEREK, £A
B3 % IREBARA L % A Ak, BRI RA Fmoc #4789 LB Wang At
FERECHTAE, #AE4 DMF &%, piperidine i Fmoc #4725, 1R4E R LB 5 5))R
Jf> AN Fmoc R¥7 69 8ABL, /£ HBTU B EWH L FHATBALES . BB R
B HkE, BAF 1565 Fmoc-BABRUMATRILR B, Hikk. 4odbfBIR, M
3 BRAFF) C RmABAIE N Kb, BRIAA SR EY S Ikék, SRAARE, ik
2H RSk Bk ELBR R Bl A IRE S XA A TFA k2 A Ak4E 5 AR ES 6918 38 41 A 4 LB
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R TFA 3 Rk, 2pLE 44k, LC-MS #= HPLC 25X E &/ . MR LT,
FARABRBAL KL JE 7T vA B A Kaiser 3 3 TMBS & RiX K 5 64 2R HE L. 5 T2
TR S RFe BB G &4, AR S RITAE S KA 764 N RsfAn—A Bt
.

#wRERT %, 474 ART SEQID NO: 1. SEQ ID NO: 2. SEQ ID NO: 3 #=
SEQID NO: 4 AT =2 KB 7|49 % Ak K. '

5343 CREXAE JEVE &4 B @R R T84

BWREHG 3T EORNERAE, ENKEAHHRELMSE, CREHE
RBAANEH

N K% TBALIEM 7 ik 4 B EANB 6 3 kA% E % —/ Fmoc %4 £ 4B
1BEREE R, FFHAT N R3% Fmoc Ry A H 69 &M, REHATUTHRME. R 150u T
B &FF= 20uL. EIPEA AT 4.8ml DMF ¥, ARAFARST A, REKU
LRARIMN S R RELE F B AL Smin. FARA A 5Sml  DMF ==&, F £(DCM )
H2K, BR Smin. RAKRTEEHBEAF Z#AMNEERP ARG ELR. 28, 4
(o> S

C RnBLRALISAR 7 ik C RpBUARAG 4T £ ARA AR BT B itk A A A5 35 Rink AP% .
PATE BAL/F B A BE I DMF 27K 20min, RJEMA C Kb % — 15 R AL B 38
AT mAZA, FIATid Fmoc-wang A4 A8 &A% ik

FHM 4 ZEBX JEV E &G B @B Rl L B4A% G KLH 4 BSA 4918
Bk

BAE4 KLH % BSA 4mg &F 0,5ml 4~ 5mM EDTA # PBS (pH7.2) %
FRF, A 1.0mg E4EF Sulfo-SMCC, ANAM/E AT RBE 60min X 37CH
% 30min. & | Sephadex G-25 A2 KA 7 3% Bt 2k 4648 Sulfo-SMCC &t 3 ¢4 HBALE &,
A BCA %R EOLELEER.

FREAREALE AR 4mg, Ao 0.5ml ERMBKEME K, REWKEBEH S K
5 Sulfo-SMCC 4 FZ #) BEARE A RA, 4CHEF 2 IHRRETR, SEEA,

EH#F 5 CAEREBFEIEVE ZE BERRRE LTI G F ik
SFREBYEZRTUABLIHLVWENR SR Sk, —BRBEALTEA
7
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DMSO -89 BB AL E I &3, ARIE S RREGBRARME, BAL B L 7T VA JE AR BR S A A,
HEA T AT,

MBHAZETHRMRE: AELSRENBBIERSIK, #£3KGREAL
0.5-1.5mM LB A, BEBRALIRE TR 5%, A(NH4)2C03 A% % piak e pH A4
6.0 £4, A 10-20%%) DMSO, 25CR E 5-25h, BB Ft#t4742 & T it
HPLC i@, A5, A 1%TFA K= TiEARz48, #1448 848 HPLC b4t E bt
3 K.

WM T EALRE: A 0.01M BB ELE +&, pHT.S, KM S KRELR
JE 1.0mM, mmAGRE DMSO Z4KRE 1%, 25 CRMEIER, BALR B 634742 BT
vAifit HPLC M. REA 1% TFA K= TR A A48, %45 848 HPLC 4k &,
bt % Rk,

F4) 6 CER AR EJEV B EG B @A AL ELISA #2234 JEV
7
A JEVE %% B @4k %42 SEQID NO: 1 £ SEQID NO: 4 A& % k& £ 4%
ZIREBRGEBYBREILE KRG G EBYHRESWA CRIAKR, 4K 96 ILEX
LHwBEATAR.. ) pHO.6, 0.1M BKBR 28 7 AR B4R Z4GRE 4 10 pg/ml, % 100pl/
A NBEFTA T , 4°C @R ITR. KB PBST (PBS +0.05% Tween ) #i4B84745 3
R; 4 1%BSA #) PBST # M BEARAL, 37°C21H] 2h, #H) /S H %k PBST 2645 3 K,
S BPA TARRIR - 20°C A& .
PR RBREAR A A m i o (AR hiE 100 /2HE, RAKHH
o e 7 BATAE R AR R, ) Bk S PR o A s BE B b v = PR A BR Ao e 64
BT ), 37°CH#H 1h, PBST Rtk 3R, &K 3 o4 AR B s
#FieF 4k IgG ( Goat-anti-pig IgG-HRP ) , 37°C/# % 1h, PBST sbkstk 4 Kk, &
3A#mmAM%Eé&%(nmiéﬁ),iﬁ%*&wAﬁmﬁiéiﬁ-
BESE, A 2MARBKL IR ERH; m%ﬁﬁszMm&%%ﬂiﬁ #
23
FlRERE: RO BARAMLFILRAEDNTRET 02, FAlaFtRBIL
BHALK T 0.4 B4 %A 2K, 3 F P/N 45 = (2] 5L OD 18 - = &3+ B 3L OD 18)/( 7
M OD 18 - R AT BILOD 1), PANMEF TRAT 2 WA Ak, vAR S Mk f
T 0 R K ABAL H A R 7 4 FLAR R |

8
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%2 RA %Ak 8K)9 4 ELISA B3R ¥ 47 JEV Fidk

. ik it
50 100 - 200 400 800 Gat=pupict
JEV BHfE | 0.631 0. 605 0. 428 0.135 0.121
0. 059
JEVEAME | 0.105 0. 087 0. 065 0. 065 0. 067

iE: QAR AHFE KL SEQ ID NO: 1 £ SEQ ID NO: 4 4% % Ik 69%A4,10ug/ml. % Fa M d
A H 200,

%417 THEBKX%EIEVE ZE B @R & 4564 ELISA &R A4R JEV
ETTCN

EHT R RS 6, HfaiE. W BhiE ekt By Al =
WA RARL AW BT IeE A IgG ( Goat-anti human IgG-HRP ) .

EHH 8 A X FEIJEVE &4 B @R &AL 4 ELISA #9 B 37 JEV
FAk

LT ERE RS 6, k. MR OF st BhE b L adE;, =
A AT AW BEATCF G 1gG ( Goat-anti horse IgG-HRP ) .

A9 ZAEMKHEIEVE EH B 495030/8 & 1% Dot-ELISA # 0% 47 JEV
FAR

JEVE %% B @ft4i/E %45 SEQIDNO: 1 £ SEQIDNO: 4 % lk k45 % tk 5
BAR Z BN G RAY A QIR , VA BSA ATRIAR. EARAKER L 56
AR, 2ug/ k., 37°C B 30min, PBST %% 6 K, 2%BSA F 4'C3 it &, PBST
Pk 6 RGBT A T HAkiER],

KR ARARES, AR E S E SRS SR MR T 37°CHF 30min,
PBST #ui% 6 K, A A3kARiT B BE47ie £ I1gG ( Goat-anti-pig IgG-HRP ) ,
37°C#¥F 1h,PBST #Li& 5% 6 X ; #e A\ AEC 3 DAB A#M R &, £:2B XM F 10min
IR & B

ERIER, AOERREZARLERERTL, TRIEEREIRE KA
&AMk,

EH#4) 10 AL HEIJEVEE G B @98040/8 %45 Dot-ELISA A4 A 3% JEV

9
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P
KT kR KB 9, Rl ifhAdiE; ZRAFRARL MY EIFRE A
IgG ( Goat-anti human IgG-HRP) .

S84 11 A% X 5% & JEVE &4 B @4 /& & 4% Dot-ELISA #4) & 3% JEV
E

FHT EF FHRG] 9, FhFADRE, —RARBRIERSEIFLERD
IgG ( Goat-anti horse IgG-HRP ) .

%34 12 TR X %E JEVE &4 B @RRBRERALLERGH SR EEEE

LA X & JEVE &G B WIRARRAL LB R TARESRIAEREALS K, 4
REALSZ K E Fi58Y, RWERSLS RS ERKERY, RWELA RS EALEEF.
A4 A 3B &A% Ak SEQ ID NO: 1, SEQIDNO: 3 & SEQ ID NO: 4 5 BSA
BENARER;, GRERIESRA B RTDEN TR, S LERE
A 100pg HR; —ZHARKARTAEMNSRENL, P HYLBEREEH
50-100pug B R #/THE. RBBATAHLFEH. KRN EHIIKESH. SERLE
SR G H ). Anik F IR R JEH RAAR AR

REERSANLE 3. A4FKS.

£3 Rkl % B SEQNO:1 #4K1H 4 ELISA 24

Mouse MEHEE
Number 1/50 1/100 1/200 1/400 1/800
M1 1.821 1.553 1.083 0754 051
M2 0.839 0.638 0.298 0.153 0.082
M3 1.557 1.441 1.123 1.092 0.923
M4 0.955 0.714 0.549 0.488 0.288
M5 0.801 0.557 0.521 0.243 0.228
APERME 018 0.174 0.148 0.124 0.132

E: BMIARAIREEALS K SEQNO:1, 10pg/ml.

24 RIEAES Bk SEQ NO:3 34k ia] 3 ELISA 2

Mouse MyEHREE

Number 1/50 1/100 1/200 1/400 1/800
M1 0.594 0.369 0.301 0.165 0.096
M2 0.728 0.578 0.371 0.252 0.148

10
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M3
M4
M5
BA B I3

0.629
0.839
0.832
0.101

0.454
0.638
0.669
0.075

0372
0.344
0.475
0.069

0.234
0.173
0.349
0.07

0.121
0.098
0.263
0.065

E: CAAER AR FZALE K SEQ NO:3, 10pg/ml,

&5 DRI AEALS K SEQNO:4 #udkid] & ELISA 24
Mouse B
Number 1/50 1/100 1/200 1/400 1/800
M1 0.264 0.248 0.2 0.197 0.161
M2 0.219 0.175 0.122 0.12 0.112
M3 0.213 0.201 0.144 0.125 0.12
M4 0.339 0316 0.282 0.221 0.122
MS5 0.241 0.221 0.203 0.175 0.097
B 4 B ¥ 0.105 0.11 0.098 0.092 0.1

E: GRFRAHRBEEALE K SEQNO: 4, 10ug/ml.

11
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FoiR

110> FERLMERRRIEEEF R

120> ZEA %A EEE OB MR RAL B IR R E N A
<130> KLPIO12

<160> 4

<170> PatentIn version 3.5

210> 1

211> 16

<212> PRT

<213> Japanese Encephalitis virus

400> 1
Phe Asn Cys Leu Gly Met Gly Asn Arg Asp Phe Ile Glu Gly A%g Ser
1 5 10 '

L2100 2

Q1 12

<212> PRT

<213> Japanese Encephalitis virus

400> 2 )
Glu Lys Arg Ala Asp Ser Ser Tyr Val Cys Lys Gln
1 5 10

210> 3

211> 16

212> PRT

<213> Japanese Encephalitis virus

<400> 3 '
Gly Thr Thr Thr Ser Glu Asn His Gly Asn Tyr Ser Ala Gln V?é Gly
1 5 10

210> 4

211> 16

<{212> PRT

<213> Japanese Encephalitis virus

<400> 4
Ser Gln Glu Gly Gly Leu His His Ala Leu Ala Gly Ala Ile V?é Val
1 5 10

12
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