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1. — A BmAFEEEGTHANB @RABREES K, EHEET, L&
A B 7] SEQ ID NO: 1 F77%.

2. —HIABEFEEZRGTANB @RARRIEEK, ERELET, L&
EBF 5 4 SEQ IDNO: 2 Fi &,

3. AR AER I R 2R CARMAREEEG TN B @RRREILS K
BT BRA T .

4, BBEBRAZR 1R 2 FPE—FAEG LR B R HEIEV EZA T HMHB @
TR B EALS K, RBEAET: AR X RE JEVE Béa b Ak B @R L
{5 N 3w 3 C st B AT F 14545,

5. REBAER 4 ARG TEBE KA FIEV EREG T4 B @R i3
Bk, FAFIER . Pik 6 % RR4E N S8 694034546 0 N sk ed f AR EALR TBL; BT
89 % Rk C 3L Bh C ey  RE A RBLARL.,

6. —FFFBF AT CRRMERENEGEEY, LBELET: SHEF LA
HMEOBAER 1 X2 ARG AL REEEZEG P B @RREEILS K.

7. BRAIER 1 X2 A A X REFEREGTAH B @B iS RE
&y RE 7 TR K A F e A,

8. MAIZR 1 R 2AENTAEBMKFAEHERE TN B mRRLRELSRE
&5 b7 AW TR E K A FRA P eg iR,
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ARG K mHE RGN B @R EER S RERL S A

PAAR I,

AL R BIRBEALE AL T R CAR B L %% JEV E &4 v/ B @it
BREALS K, REPLPBRIZRBELS REG AL AR X REFHEA,
BT o F S AR

FEHEAK

RATH AR X R d LA X RH( apénese Encephalitis virus, JEV)3| #2 ¢ —#F
FTEEBRBALLBMH LR, EREFGLT 1953 FEDARELBER T K
5, ARAFBRABEARE, MREREDAKIACEBEL., EAXREBERTT 1940
FoBkRE, ATHFERIAARS, TEHRTHCEBX, Gihm. £
6 B A& 30,000-50,000 #) ThE A4, 9 25%-30%5E 1, S0%-FBRA M T AR
HERGERE. RELFEFQTHEFBBKXTF 5000 4], LT 200 Hvh k., 3tF
RATHR LR R R AR ESFHHMH R, BRA. DiEMNETRERERER. sTA
FRIIMRFBANEZAAGEHRE, ARFEREAZH, AR, ##E. R
RIBBSEIERV AL A HFIE, BRRBE TR, FRIBAKRTIFRE, NEBRLES
HE AN Ko LI A RAE, VSO R BT 8 IR A A B R R, I
BUREHARERER, SRR LEREXNEFTRE. LESIWHRAE, V5
RBEXE5WEER, DRELARE L, B2 JEV ) L 24BN, BREIKFZEHR
R REZNCAEYHEFEL, LABXAEIRZEDNAT, IRELZAESHF
RAEARE, XHLPAATE R B X TREETSEE AR EALRE,

LA X % JEV kA&, EREE, HEHAILHRNA BFE. ARAY
11kb, &&—/NKEFAEEER (ORF), #HiZ 53%F 3 3%EHLR (UTR).
AL S AV FeaM, 12/ 3°5%%A poly (A) B. ORF %4404 3 432 NEA B
HAREES, AREFFEIEOEGBRGERATMHIA 10 MRIES, €43 A4
$M%ZG (C, ptM, E), 7N E44#4%& G (NS1, NS2A, NS2B, NS3, NS4A, NS4B,
NS5). #mEF4FERF, 724 30nm, A LK. JEV RA—-ANhFl, ERERHK
5B RE. EFALELAE. SR RREFER —0EE, FERLERX
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XER., REEBBEG LA nRSY, RES. 4. SBFIHLmb. RE
SPIRILA 555 56°C 30 24P K 100°C 2 547 BP T R, AZAHRE AT MR eI A 4R
5B, LB, 10 1000 89k ESeBRAAARTE AH ERETRERE, EREFH TR
A%, & pHS.5~9.0.

R BATIR B RIZH)Z R RATHH Rk, ST BERERRE
i ) B R ATT R AT RO B TAZJE G A BB A T 3R AAL 95 B A ) X ) e 22 i
A, EZORLEREETABG N EENLEMNTE, REEZNLERPHR
o BRYHEIE T A bAoA 4 B 48040 R RALLE R HAUR = A F Fabk ik
REZER. EHmFmLETRREASTRAKGTE . R AESEANALE
WARRR AT NEREZHEL.

KRN E

AEXPHEHZ R LA X %FE JEVE BG PRk B @i REI23 K.

ALY A HZ —RFEFAG LR X% FEIJEVEREG ¥4 B @ik EE
ZRREATa AT AR REF, RAKELA THERSH AN A B X R
KA.

AL LR B BB THRAFTER LAY

—MN AR EFHE JEVE BE P A4 B iR it K, LRLABAT A
SEQIDNO: 1 i (77H - Thr — Gly - Glu — Ala - His — Asn - Glu ~ Lys — OH84 ).

WAL —F LI, ¥ SEQIDNO: 1 Fi+HRLBRAF 7| F % — s ALK

& Thr B4 Met &, FR26RLBF 5] (77H - Met - Gly - Glu - Ala - His -
Asn-Glu-Lys-OH84) 5 SEQID NO: 1 B4 B Af#7& i

HA, Tt prid 64 R K % & JEVE & 4@ P A4 B @R AL N &R
C 3t #ATIRF AR, PTEAILFAEIF 4 B IheE N 3% 69 A RELILR TBEL, &K C 3%
8 B RAREARBLAEAL,

ALAF AR ey TR I KR F JEVE &G ¥ fl B MR K42 % KT i
B8 % KB R B RAFE], LT ABE AR TAEABRSEFE], X ARH AR
AR PR,

AEACRB X% FIEVEEA TAKEB @R E AR LEEHTH T4 &
R, B E LT A S BRY ., LT R EG LA RKHAEIJEVE &G
Atk B 40 AR R AL R A ) & R I LA K A JEV FAR R TR

4
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X #F JEV % BRItk 64K 7],

WAL AP REAL S RF SRR ERBAY, ) QBT EG—NRLHAR
Bkdr, XS Rt g Fiki. AEEBREHKEE, L T @RREERL,
¢35 Thl #=/% Th2 42 % B, & T WHEREELETURET JEV A EE G RL
CHWEEG T LA H PR IS IEE M & BT 5.

) A i K %3 JEV T A4S E & & 308 kA 0 3 50 FE Ak AT s 4 B A4
B R 3 AR, BRF R 48 ELISA. 34k & ELISA. H#% %
RABAK, HELERABK, RELMNXAFLAEENMBAF,

o) TR K Jp & JEV HuiR, QEFEREFERR, BRALES AR, &
BRIUR, 0 IEV £ TR, AR 7 3577 vA 614616 3 ELISA. Ak k& ELISA,
B RAFRBEENBAF. .

BAORTR B WA R AL TG TR $#, AR IR2E LR ELARRE
FOoMik. HEREABKERERRK, SRS RBMNEAE. KALPELZR
BEAAT EE2RXAHREE THEKE KRS F & (overlapping) XX JEVE &4,
PRI S 98 B K S Rk ER A A M5 JEV o if e s A S R RALFF), #H—
TR EARELGBETE, SERBRRLNOFFNEMH; FEASREKRHEKR
PERAL G BN, FARERAROVNARLEDMHERLEFBRER ToF, &
MR FAL I e

AERHH BRI T

1. AL ARG XA F JEV ERE TH4 B @m0 R 45 % RAEH L&
JB RIS T B AN JE 848 7 A 43T JEV 84 b Fedidi, 6648 AR A SRS F Ao
JEV, MabysaRf bk,

2. RAPHLAREAHEE TG PHH B @RABEES KRS B4hEERE
HiEBIAEEE, BLENY, EXREDIWEFAENRE KRR R X
B HFEIAR B AR NI T A2 LR B K R E JEV 57 4 S E AR,

AL PH AL REE ZG THRUB @RRRRLRLEBNELE DY
AR S RSB JEV AR BN JEV mER L S K.

AAREPH AL KREE Z G TN B @RRRRARLERY SRR T
R K 7% & JEV AR R LA o K % & JEV 3 ARAudK.

M B BLEA
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B 1 ACABERAEERAFF SR — AR LT ERERLABA TR RS
HuaR, |
B2 A%k4:% K SEQ NO:1 # SEQ NO: 2 AR LT RE S k5 GST bRk
M5 JEVE B R AlAahng R, BYREZEKRAY: M, TARLSTER
#; 1, GST; 2, GST - TGEAHNEK; 3, GST - TGEAHNTK; 4, GST- TGESHNTK;
5, GST- MGEAHNEK; 6, GST-MGEAHNDK; 7, GST- TGEAHNPK.
B 3 ARKARLS KRBT o LB IR FZRER. 1, ﬁkﬁﬂﬁr“iﬂ‘
B 2, MEALZ BRI, 3, JEVE WG L& fatkdid; 4, k) mﬂ

FAR T X
AT KGR — A RL, HiZEMGE, X EAEFUUA T HHE
BB A, RARREALANTE.

#4] 1 F&(over lapping) % BREab- %L £ 5| JEV E &G R % kR B AT
4 ELISA /%t

1% JEVE A RABF 5], Bit—4 9] Sk, AL S RMEER, HEZ JEV
EZask, REE—F5KRELBRAFF], KitER—2F DNA 4, 3§ DNA 484651
REBARYL GST #f7akbd AR, BEOARNAFIEHEG S JEV PABELER
AT R 5H, 24 JEVE ZE ¥ Ak ikir. BRAAEWT:

Kt % A5 SR S IR 5] 6 DNA 48— 3 Rk S R A BRME-FHF
RBSERLBEEQFFAENMEASKE FYE b Aokt B 5 BT K I R L HH
Moo JEVE & T Fbb 3R AL,

RBLERLE 1. £ 284K 3,

(1 E&2ZK&BESEEGE IEV PAME LRI El ELISA B AR 4R

Z KO E (AY) Z 5 0D450
1~16 FNCLGMGNRDFIEGAS 0. 063
9~24 RDFIEGASGATWVDLV 0. 061
17~32 GATWVDLVLEGDSCLT 0. 059
25~40 LEGDSCLTIMANDKPT 0. 047
33~48 IMANDKPTLDVRMINI 0.058
41~56 LDVRMINIEASQLAEV 0. 064
49~64 EASQLAEVRSYCYHAS 0. 057

6
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B A5 E5/11H

57~72 RSYCYHASVTDISTVA 0. 058
65~80 VTDISTVARCPTTGEA 0. 055
73~88 RCPTTGEAHNEKRADS 1. 035
81~96 HNEKRADSSYVCKQGF 0. 055
89~104 SYVCKQGFTDRGWGNG 0. 061
97~112 TDRGWGNGCGFFGKGS 0.072
105~120 CGFFGKGSIDTCAKFS 0. 063
113~128 IDTCAKFSCTSKAIGR 0. 067
121~136 CTSKAIGRTIQPENIK 0. 061
129~144 TIQPENIKYKVGIFVH 0. 058
137~152 YKVGIFVHGTTTSENH 0. 059
145~160 GTTTSENHGNYSAQVG 0. 066
153~168 GNYSAQVGASQAAKFT 0. 063
161~176 ASQAAKFTVTPNAPSV 0. 055
169~184 VTPNAPSVALKLGDYG 0.058
177~192 ALKLGDYGEVTLDCEP 0. 059
185~200 EVTLDCEPRSGLNTEA 0. 062
193~208 RSGLNTEAFYVMTVGS 0. 058
201~216 FYVMTVGSKSFLVHRE 0. 066
209~224 KSFLVHREWFHDLALP 0. 061
217~232 WFHDLALPWTSPSSTA 0. 052
225~240 WTSPSSTAWRNRELLM 0. 068
233~248 WRNRELLMEFEGAHAT 0. 069
241~256 EFEGAHATKQSVVALG 0. 059
249~264 KQSVVALGSQEGGLHH 0. 061
257~272 SQEGGLHHALAGAIVV 0. 053
265~280 ALAGAIVVEYSSSVML 0. 057
273~288 EYSSSVMLTSGHLKCR 0. 057
281~296 TSGHLKCRLKMDKLAL 0. 062

EORIEA SRS GST @eRiEEE, SKANS Ak FTHTERAT. ODAHZAEL

L34 OD 14,

CR2 BENRERBESEEG S JEV F MR L ESIR E] ELISA R E#R

Z RO E (AA) Z KT 0D450
73~88 RCPTTGEAHNEKRADS 1. 052
73~80 RCPTTGEA 0.072
81~88 HNEKRADS 0. 105
75~86 PTTGEAHNEKRA 1. 021
77~84 TGEAHNEK 0. 985

EOMPRA S KL GST BEREEE, SRFFA AT HTEKRAFI]. ODEAHZANAEL

FL-F% OD 14.
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A3 REMRLEZKEASEEGE JEV P 530 /Kk E1 ELISA R4 F

P £ Vel 0D450
JEV TGEAHNEK 1.043
MVEYV strain: MRM3929 TGEAHNTK 0. 105
MVEV strain: MVE-1-51 TGESHNTK 0. 124
WNV strain: 956 MGEAHNEK 1. 141

WNV strain; NY99

KUN strain: MRM61C

uv TGEAHNPK 0.107
OB A S RE GST BeAREE, $RAFFS AR FHTERAT. ODBEHZAEL
FLEH ODAE. *: JEV HTAEB XA E, MVEV A & F 55 X% #(Murray valley encephalitis virus),
WNV & RF & (West Nile virus ), KUN 4 &% (Kunjin virus), UV A A AT #F (Usutu virus ).

MGEAHNDK 0.111

F£#4)2 ZABERKEIEVE EE T M B @R R R

RIEFEE XA TANB @RARFALGRARFT), EAEHEEKERELR, R
83 % KRB BALE KRG AT iE. EAMIERXA Fmoc &I 4RI Wang
HRER L EHAE, KIEL DMF 5%, piperidine &K Fmoc %47 /5, HRIERLBRF 7
JRA, AeA Fmoc 4349 848, & HBTU A &H L FHATBACE . BALR AL %
RJE Bidkik, BAAS 4569 Fmoc-RAEBRBATBMLE B, FFik, HodbfBik,
E R3] C RipABAIEE N K%, BBIAFARIEN S K, SRARSE,
P AR R AR R F A IRE XA A TFA > MR SRR 05T A A Tl
WL TFA 3k, ZBLi#iseit. LC-MS #= HPLC 5 2 B & A . AEANSRTE
B, AR BB B RS T VA KA Kaiser &R TMBS s MXE M 64 7 A L. A
TRTREL S RFBAREGEE, £ORE R TUAE S KAF 4 N R m—A~
FBLEBR.

ARIEVA AT EAR % IRA-RAEAK, 454K T SEQNO:1 #= SEQ NO: 2 &4
%Ak,

S#4) 3 CARM K RE JEVE &4 B @IRR AL 1L F 154

BRERG 2T HERNZIRAER, ENRBYHREAMSM, CREA A
REIANEA

N R LBACAEAR 7 ik 3 B A6 2 KA R ERJE —A Fmoc ¥ BB
1BER4E R, 14T N K% Fmoc HR¥* XA 65K, RE#HIT FTHME. R 150 T
BR& #= 20uL. EIPEA &T 4.8ml DMF ¥, A5 RAFEKEFTAI, REHA

8
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LRARAA S ﬂk/—\ﬁk‘ui/ﬁ’ & ¥ B Smin. B4R A A Sml  DMF ==& ¥ (DCM )
2K, HAK Smin, RAKTEHBENLFT ERATMERP ARG ER. 2. &
e Fn

C R BLRALAEAR Fik: C RSy Bt 3 ARA AT B it A A AS 4 Rink #EA5.
PATE RAL B B B34S ) DMF 5% 20min, R/BM C K3k % — 12 RA B I 4644
T mA2/, FATid Fmoc-wang g &R 7 % .

F#F) 4 CAEBKIJEVE &4 B @B ELE BIREE KLH #= BSA #9188
#HAEEG KLH 3 BSA 4mg &TF 0,5ml 4 5SmM EDTA #) PBS (pH7.2) 4%
FRE, A 1.0mg EEH Sulfo-SMCC, ANEMEETRME 60min X 37°CH#
# 30min. 5 F} Sephadex G-25 A R A 7 ik B2k 4b4% Sulfo-SMCC & 9 BRE G ,
H A BCAEMNEROLEEEA.
FRIE ) 2 ARG RALS K 4mg, AN 0.5ml ERBKIER S K, REWH
B % kY Sulfo-SMCC & EH BARZ A RS, 4CRE 2 IHRALITE, &
FEA.

E#H S CHBAKEIEVEES B AR REASENEZAY FMhiEs

SXMERNGEKRTAB LRGN ENMR LT RO F &R, —KEALTEA
DMSO A~ AR B Z Ik, 1RIE S ARETBRARME, AL BB 7T vA JE A BR SR Ak
HA T #AT.

MBHEARTHRMAMRL: AESREGBBERZK, B2 KRGKREAE
0.5-1.5mM T B A, BEBRAGLRE AT 5%, F(NH,),CO; A% % IRiE& 4 pH 4
6.0 £4&, A2 10-20%#5 DMSO, 25CR A 5-25h, FACK E 347428 7T AR T
HPLC @, R/E, A 1%TFA KA TR A R348, 4|48 K48 HPLC 4Lk
%R,

WML T EACE A : A 0.0IM BEER 4% iR, pHT.S, BB % KRELK
& 1.0mM, AN RE DMSO ELKRE 1%, 25 CRAER, RARE G HITIEET
vAi it HPLC M. KB F 1% TFA Kifn THE A #3048, #14&-% R4 HPLC 48
et % Rk,

LHH 6 TEBEBEIEV E X4 B @mI0E £ 4583 ELISA XM JEV #

9
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K

A JEVE& @ B @it B A4 AR 5 B Al $ Ik 5 AR B B A A 2 K
B 58 HORPR, 64k 96 ILBRX TH AR, A pHO.6, 0.1M AL &% A+
BRAEBRRELREA Spgml, 3 100pl/ILImABEFFAR T, 4CaBTR, REA
PBST(PBS + 0.05% Tween ) 2584745 3 K ; 4 1%BSA #) PBST 21 H] 84744, 37°C
3 H] 2h, #H1E R 2tk PBST 264K 3 5K, L BP A -FAR R - 20°CAREA.

AR AR RS i (BB 0 100 445, FARBMN
Ko o HATAS AR, B iR S PR b fn v 3 PR I e A 3 BB OA B R e 4G B
AsxtR) , 37CHF th, PBST stk 3 K, HK 3 04 MARBREENSEE
ARILF s 1gG ( Goat-anti-pig IgG-HRP ) , 37°C##F 1h, PBST stikzbik 4 Kk, &
K354 mAHRP REEM (TMB R EFH] ), FEHF 5-15 04 NERRERH;
AARESE, N 2IMBBRAE LR &R, F BTSN E 450nm &K R A, H
EER.

PR TEOFBAN M LFEILERMA D TFREFTF 02, FakdiFst B
BRAL KT 0.4 BF 4 RA 2 3 PN A = (R 5L OD 1& - Z & *F B 3L OD 1E)/( A
Mo OD 1A - Eé R IL OD 15), PINMAE FTRKT 2 64 fakk; AR Fad
0 IR KA EAZ S A fo T 0 AR

KR ILE 4.

A4 A BREALS B SEQIDNO: | B foiF s £

. M R RRALE
- AR
50 100 200 400 800 = H X
JEV PH{%E 0. 635 0. 598 0. 425 0.125 0.111
0. 049
JEV BRHE 0. 101 0. 066 0. 067 0. 055 0. 057

E: AR AR KAL SEQ ID NO: 1 4 AuBk,5ug/ml. % Fa b dniF -4 200.

347 TR KX FHEIJEVE &G B @i /R & 4294 ELISA AR A JEV Hk
EHFER LA 6, S diE. MR aEfo Akt B id b A, =
A HAR AW BEATIE £ A IgG (Goat-anti human IgG-HRP ) .

L4 8 AKX BEIJEVEZE B @I /R £ 45183 ELISA #4-0 B 37 JEV 34k
KT EF KA 6, Fihhik. A RaFifaksBadh Lok =

10
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FAFAR L B BEFTIEF 4D IgG ( Goat-anti horse [gG-HRP ) .

£#H) 9 TR IEXAEIEVE Eé B 3B K15 Dot-ELISA #AR¥# # JEV #:

JEVE &8 B @B EALS KR KA S KRG BN BY A QBER, A
BSA Kt BILR ., BB EIE F & 5 GRIR, 2ug/ %, 37°C B Z 30min, PBST
Pk 6 K, 2%BSA F 4 CH L&, PBST %k 6 K& 8P+ A T Iuikidal.

BRGNS, AR 54 & SRR 5 FUR 4R T 37°CHF 30min,
PBST #tik 6 K, MmARMRT B BEATie £ 404 1gG ( Goat-anti-pig IgG-HRP) ,
37°CH# % 1h, PBST %R #bi% 6 :K; /s A\ AEC 3, DAB KM 2 &, Fi5# A F 10min
LI AR & R

BRAZH, AOBRBEZAFLERERT, SRARERNBARERE
& Ak,

TP 10 TR L % F JEVE &8 B @3 /E £ 4% Dot-ELISA ¥ A4 JEV
KT EE FRB 9, HFERFAHALF;, —RARRT RAYEITILERA
IgG ( Goat-anti human IgG-HRP ) .

LA 11 R X HEIEVE &4 B @/840/8 £ 4% Dot-ELISA #-7 L 4% JEV 3t
EHFFEEEHRG 9, FiohFEH L hE, —RARBTEAYERICERD
IgG ( Goat-anti horse IgG-HRP) .

F) 12 AR X HEJEVE &8 B @R AL LB RGH &R LE T

LAM X #A%EIJEVE &4 B @RARELLRRTURSRIEEILS K, #
REALZ KA F kY, REBREEREBAREEY, RWEALROLETEF.
BRIEZIFER R ER BRI, I EEIRBREH 100ug FR; =
ZAHARFRATEERN EREINL, I HHEEREEH 50-100pg & R#ITEL
. RFEBBTHRLTES. KAEHRIAES. SRLEHORHE. miEL
&R JE K P AR,

KR ILE S,

11
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&5 DRIFFEALS K SEQ NO:2 #i4kid) 4 ELISA M

Mouse MEHBE
Number 1/50 1/100 1/200 1/400 1/800
M1 1.533 1.523 1.425 1.075 0.275
M2 0.856 0.656 0.517 0.303 0.149
M3 0.935 0.81 0.642 0.309 0.172
M4 0.657 0.563 0.361 0.213 0.127
M5 0.658 0.447 0.394 0.291 0.121
ISH 14 BR, 1375 0.122 0.103 0.125 0.095 0.089

E: QARIBR A A RIAFEEALS K SEQNO:2, KREH Sug/ml.

12
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I VAR VA R U

<110>
<120>
<130>
<160>
<170>
<210>
<211
<212>
<213>

<400>

Thr Gly
1

<210>
<21
<212>
<213>

<400>
1

Fl&

T ERM R E B RIS EFT I
ZEU R BEE B HLR R B KR I
KLPIO12

2

PatentIn version 3.5

1

8

PRT
Japanese Encephalitis virus

1
Glu Ala His Asn Glu Lys

5
2
8
PRT
Japanese Encephalitis virus
2 .

Met Gly Glu Ala His Asn Glu Lys
5

13
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RiES

[PRIER 1 (Z R A(F)
R (TR AGE)
HAT R E (TR AGE)

FRI& B A

KRN

IPCHRS

S EREESE

BEG®)

ARAXTF T ZERMAHEBEEELPMMEBARNRERMNZIK , ERFT
BRRRNZREF AN CERMAHRETNAE  BTH) FRE®
Tif. REAFMRHARRMZHRNWEERFFHSEQIDNO : 15
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