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]

2 Xk B

B HE CDRI :Asp Tyr Phe Met Ser, BIJF4)%5 11 ;

B4 CDR2 :Gly Ile Glu Ile Lys Ser Tyr Phe Tyr Ala Thr Tyr Tyr Phe GlySer

Val Lys Gly, BlF5)5 12 ;51
BEHE CDR3 :Asn Arg Glu Val Gly Gly Leu Asp Asn, BIJE4)5 13;
3 ANERRE H oAb R E X CDRs 230 B N IR 2 L 74 -

45 CDRL :Thr Leu Arg Ser Gly Ile Ser Val Gly Gly Lys Asn Ile Tyr, BlF4%

14

285 CDR2 :Tyr Ser Ser Tyr Ser Asn Lys Gln Leu Gly Pro, BIE#5 15 ;51

E2%% CDR3 :Ser Tle His Glu Ser Asn Ala Tyr Val, BIJE55 16,

15. BUNESR 13 Frik 9 A PSSR B B, JE A8 A AL o m] A2 DX AR B n] A2

P& NPEAL BB 2 X 5 MR EER 41, BI85 17

Glu Val Gln
1
Ser Leu Arg

Phe Met Ser
35
Xaa Gly Ile
50
Ser Val Lys
65
Xaa Tyr Leu

Tyr Cys Thr

Gly Thr Leu
115

AP, 55 49 £7H) Xaa y Gly 8¢ Ala 5 81 42K X 04 Leu B Val ;AR E 100 £7H] Xaa Ay

Thr 8% Arg ;

Leu Val Glu
5

Leu Ser Cys

20

Trp Val Arg

Glu Ile Lys

Gly Arg Phe
70
Gln Met Asn
85
Xaa Asn Arg
100
Val Thr Val

Ser Gly

Ala Ala

Gln Ala
40

Ser Tyr

55

Thr Ile

Ser Leu

Glu Val

Ser Ser
120

Gly
Ser
25

Pro
Phe
Ser

Lys

Gly
105

Gly Leu Val
10
Gly Phe Thr

Gly Lys Gly

Tyr Ala Thr
60
Arg Asp Asp
75
Thr Glu Asp
90
Gly Leu Asp

PR R R R AR X A N IR IR A, B P15 18 .
Gln Xaa Val Leu Thr Gln Pro Xaa Ser Leu Ser Ala Ser Pro Gly Ala

1

5

10

Ser Ala Ser Leu Thr Cys Thr Leu Arg Ser Gly Ile

20

25

Lys Asn Ile Tyr Trp Tyr Gln Gln Lys Pro Gly Ser

35

40

Xaa Leu Xaa Tyr Ser Ser Tyr Ser Asn Lys Gln Leu

50

55

60

Lys Pro

Phe Ser
30

Leu Glu

45

Tyr Tyr

Set Lys

Thr Ala

Asn Trp
110

Gly
15

Asp
Trp
Phe

Asn

Val
95
Gly

15

Gly
Tyr
Val
Gly
Thr
80

Tyr

Gln

Ser Val Gly Gly

30

Pro Pro Gln Xaa

45

Gly Pro Gly Val
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Pro Ser Arg Phe Ser Gly Ser Lys Asp Xaa Ser Ala Asn Ala Xaa Ile

65 70 75 80

Leu Leu Ile Ser Gly Leu Gln Ser Glu Asp Glu Ala Asp Tyr Tyr Cys

85 90 95
Ser Ile His Glu Ser Asn Ala Tyr Val Phe Gly Gly Gly Thr Lys Leu
100 105 110
Thr Val Leu Gly
115

o, 28 2 11 Xaa & Ser 8K Ala, 55 8 £ [f) Xaa 4 Ser Y, Ala, 25 48 {7 [¥] Xaa K Tyr
g\ Phe, 5 49 {7 1) Xaa & Leu 8% Phe, 28 51 71 Xaa & Lys. Phe 8¢ Arg, 38 74 £7 /] Xaa A
Ala 8%, Thr, 2 79 7] Xaa & Gly 8¢ Ala.
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[0001] AR W3 RGBT 4 8 1 1 S PR AR « EL XSO 1 A R I BAT iy e B 119
IR INE ARG IS E INA

BREA

[0002]  FER 75 YR Hig BRIP WA <b R 0 5 S USRS 0 M 9 2 S5 B 25 A 0 169 o i A v
AP AR g T, AT S H SR a8 AR O LR AR L T 52 290, JREAT TR
ooy AR R . R TPURSEEBON, #d T H B R e o NIk 2 e 458 A4k
TERA DR :BL B JEkitte e (AB) A EEWAZFHE (2] Selkoe, D. J. , Annu.
Rev. Neurosci. , 12,463-490 (1989) ;#11 Glenner, G.G. and Wong, C.W., Biochem. Biophys.
Res. Commun. , 120 (3) , 885-890 (1984) ) F1 LA £ i B2 AL 1) tau 85 1 35 Rl 73 1 #f 48 R 41
YeAp Atk (BXHIZRERELT 4k, PHF) (Thara, Y et al., J.Biochem. ,99,1807-1810(1986) ;!
Grundke—-Igbal, I.et al., Proc.Natl. Acad. Sci. USA. ,83,4913-4917(1986)) . 1 4}, iT
SRR, AERE AR 2 AR 22 L 25 i BRL 3 ORI IR BR) 7R P g B A 9, B A A B B T
ke B SRR R AL R B R Ae. B e e A NI AT A Bt i AR R A,
AmyloidPrecursor Protein, APP) A FBEDL 40 ML (AB ) ~ 42 Mk (AB ) W
S F (molecular species) (TP H A BRI IK, BN 4 He A A i DA A4 T ik
AT AR 7 IR (BAERT R U B T, M2 B yE R i 1 1 R AR I e 28 1 ok i e 1)
DURR o HR R A A 2 AR U) O R el o i A T I 28 1 45l AEAUE I, A IR i
(AB ) FRA“ B0 WEMFEER " B 40 JEMIE S 4R BLF “ B 40 JEMMEE D IR &E
B7, 305G (AB ) BN “ BA2 JEMFEER T 7. B A2 JE M ST LR AR 7 B “ B 42 JEM
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TR B e RS A 41 4E )5 T eR 3155 (3 Lorenzo, A. and Yankner, B. A. ,Proc. Natl.
Acad. Sci. USA. ,91,12243-12247 (1994)) . BT CAEHZ B TEhEE AL YR T1E
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M Yankner,B. A. ,et. al. ,Science, 250, 279-282 (1990) ) , 1Z I & = T-F] /R 7% i BRI B35 1
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[0054]
[0055]
[0056]
[0057]
[0058]
[0059]
[0060]
[0061]
[0062]
[0063]
[0064]
[0065]
[0066]
[0067]
[0068]
[0069]
[0070]

PR NJEACE R R X A TR EERTA (JFH)5 17) -
Glu Val Gln Leu Val Glu Ser Gly Gly Gly Leu Val Lys Pro

1

Ser Leu

Phe Met

Xaa Gly
50

Ser Val

65

Xaa Tyr

Tyr Cys

Gly Thr

XA, 55 49 A7) Xaa by Gly s Ala 58 81 A7 HJ Xy Leu 5 Val ; LA 3 100 {7 K]

Arg

Ser

35

Ile

Lys

Leu

Thr

Leu
115

Xaa A Thr 8% Arg ;
i B L X SAH T REER T (JFH)5 18) -
Thr Gln Pro Xaa Ser Leu Ser

[0071]
[0072]
[0073]
[0074]
[0075]
[0076]
[0077]
[0078]
[0079]
[0080]
[0081]
[0082]
[0083]
[0084]
[0085]
[0086]
[0087]
[0088]

Leu
20
Trp

Glu

Gly

Gln

Xaa

100
Val

Gln Xaa Val Leu

1
Ser Ala

Lys Asn

Xaa Leu
50

Pro Ser

65

Leu Leu

Ser Ile

Thr Val

A, 3 24711 Xaa 4 Ser 8k Ala, & 8 1. [1] Xaa & Ser 8k Ala, &5 48 £i7 [¥] Xaa N
Tyr 8% Phe, 5 49 £7[f] Xaa & Leu 8% Phe, 28 51 {7 ff] Xaa & Lys<Phe 8% Arg, 58 74 {7 [{] Xaa

Ser

Ile

35

Xaa

Arg

Ile

His

Leu
115

Leu
20
Tyr

Tyr

Phe

Ser

Glu

100
Gly

5

Ser
Val
Ile
Arg
Met
85

Asn

Thr

5
Thr

Trp

Ser

Ser

Gly

85

Ser

Cys
Arg
Lys
Phe
70

Asn

Arg

Val

Cys
Tyr
Ser
Gly
70

Leu

Asn

Ala Ala

Gln Ala
40

Ser Tyr

55

Thr Tle

Ser Leu

Glu Val

Ser Ser
120

Thr Leu

Gln GIn
40

Tyr Ser

55

Ser Lys

Gln Ser

Ala Tyr

3 Ala 8% Thr, 55 79 f7 /] Xaa &y Gly 8% Ala.

Ser
25

Pro
Phe
Ser

Lys

Gly
105

Arg
25

Lys
Asn
Asp

Glu

Val
105

10
Gly Phe

Gly Lys

Tyr Ala

Arg Asp
75

Thr Glu

90

Gly Leu

10
Ser Gly

Pro Gly

Lys Gln

Xaa Ser
75

Asp Glu

90

Phe Gly

Thr
Gly
Thr
60

Asp

Asp

Asp

Ala
Ile
Ser
Leu
60

Ala

Ala

Gly

Phe Ser
30

Leu Glu

45

Tyr Tyr

Ser Lys

Thr Ala

Asn Trp
110

Ser Pro

Ser Val
30

Pro Pro

45

Gly Pro

Asn Ala

Asp Tyr

Gly Thr
110

Gly
15

Asp
Trp
Phe

Asn

Val
95
Gly

Gly
15

Gly
Gln
Gly
Xaa
Tyr

95
Lys

Gly
Tyr
Val
Gly
Thr
80

Tyr

Gln

Ala
Gly
Xaa
Val
Ile
80

Cys

Leu
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[0089]  (16) (15) BTk I NIRALHLiREl I v B, L HA P45 5 il 2 BRI 741 1 5E
AIAR X P45 7 IR B 2 R AN KR RE T AR (X

[0090]  (17) —FPBul IR I Mg BRI (MI6 T FH / BLTRE 259 0 i e 77 1, oA 4, A 2k A
(1) ~ (16) =IR[P PUIR S DE R A gt R AR A, FF DLSZ i) JE o A 8 L ER AR
ST TR PR IE B AN BT

[0091]  (18) —Ffrul /R g BRI AR (A I 7 v, JL AL A0 AP S LA B R ¢ R 1)
MRS RFES (1) ~ (16) F Tl T ok A, W A8 A e 5 &bk
KA RN

[0092]  (19) —Mppdnfufry ), HEH (1) ~ (16) FAE TR KB,

[0093]  (20) —FhBul /K i BRI RS I A |0k, ol (1) ~ (16) AE— I ik i3t
(N8

[0094]  (21) —Apehit, HE&H (1) ~ (16) PAE—WFrR K HiiE.

[0095]  (22) —FpBu] /R Fk it BRI BRI VR 7 F0 / B3 Tl 259, SL 5 (1) ~ (16) hE—Ti
b SETINENS

[0096]  (23) FHTALIN (1) ~ (16) ATk P R 1 AR B0, R fEAE T, HOR A
T8 VERE B BRI R

[0097]  (24) —Fhy=E (7) 8¢ (8) Pk KIBTLIAR I ZLATH o

[0098]  (25) {3y 4w 'S & FERM BP-10871 5 FERM BP-10872 [{1Z4AZ 44

[0099]  (26) —HZIR, HEAHX (13) ~ (16) FF—I Pk () NJsALHL 14 1) E BE s 5
AT G S 1 P 5 B 7 B

[oto0]  (27) —HPAHTERE (13) ~ (16) Ik AP PUIARBOR Be i R I8 8k,
HEA X Irdbiik s B AT 9ibs Kz B R4

[0101] AU B PR T % U A A4 2 1 1) B N PG  ELRHE M A B 0 R AR 1) s . 12
Lo B VEMAEE DA YEsk B et A AR O RNV R, IF B RAMEIER A E S
BRARON fh e 4l B IE T 1015 T 00 T, BRIt mT PR BR) 7R 2 B0 1 o7 83 Tl 24, 341, ik
AT N TR 2R 2 B A A KA o

Ff 152 AR

[0102] W& 1 AR 7R 2 BT A R BH I 5 g B BT A A 2 1 BRRRE S5 MR BT AR I 5 I 1 3R A3 1
VERRE B (A ERA G AH BLISA 45 1 ph 2614

[0103] & 2 2 3R 7R 73 A1 A R BH ) 5 v 2 00 A A B 1 R AR S MR O AR 1R B B 1 3R A )
s EPV R PR 25 SRR it 4 o

[0104] & 3 2 37N 73 AT A R B ) 5 e o 00 M A B 1 BRAACRY S ME AR IR R AT A5 (1) &4
R

[0105] & 4 23R A% BH 1 B 5 1 0 e 0 A 2 1 BRAACRE S5 PR BT R ) P a1 A A B R
X PR A AE T 15 R R SRR 1 45 R i 2k 1)

[o106] &5 K #rii&Ediik (6E10) [FIR MRS 1) Western BB 45 11 £k K .
[0107] &6 AR R M/ R s FEHUIE R AT S AV ERAA DA (mASD1\mASD2.mASD3) ] & M.
MFHAFH Western B 45 R ) th 26 I .
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[0108] & 7 Ky on A & B P B PR o [ POde M A £ A BRAARE S P T 1A ) s B ME 3R A5 1
Western E[I7EIFI 45 B B2k K o

[0109] & 8 Ky R ARARRME I/ BB 50 BE DT AR A6 B se T AR A IE 2N 1 &
PRI .

[0110] & 9 KR RXTEFYEMRTE WAL B A BRIR AT ASPD i ias R R s T B A o
[0111] & 10 A Ron AJEALPTR RHA/RLA (huASD2) F¥)EE4% 1] 4% [X 1) DNA P41 = FE R Fr 4
FITCDRL.2.3 FIAT E I

[o112] & 11 A3Ron AJEALPUAR RHA/RLA (huASD2) FJ%24E ] 42 [X 1) DNA FP 41 = FE R Fr 4
FITCDRL.2.3 I & I

[0113] & 12 A n AJEAL DU RUB/RLB F B 8% W] 42 X [ 2 FE R /77 41 F1 CDR1. 2.3 A&
1B

[0114] [ 13 KN AJEAL PR RHB/RLB 428 R] A8 [X [ 2 FE R 7 41 A1 CDR1.2.3 A &
1B

[0115] 14 AR 7m NIFAL LR RHC/RLC 35 ] A% X 1) 2 6 FR 7 71 FIT CDR 123 I &
1B

[0116] 15 4510 L A e B A3 21 1 =P AN VEAL BT A ) B AT S8 1 U 1R 7 41 X6 B 3
N T CDR1.2.3 AL B 1T o # RHA/RLA (huASD2) \RHB/RLB F11 RHC/RLC 1) B4%E 73 Bl 22 7~
ADS2RHAADS2RHB F1 ASD2RHC, H:rb, ASD2RHC H T 5 ADS2RHA AR [R5 41, Rl A HE T .
# RHA/RLA (huASD2) RHB/RLB Fl1 RHC/RLC 485 7 7 % 7~ A7 ADS2RLA . ADS2RLB 11 ASD2RLC.
[0117] & 16 K278 huASD2 HrARFNE] DE-ASPD S8 T2 1% S i P01 R i & .

[0118] K& 17 437~ haASD2 Fll huASD2 Hi &N #] DF-ASPD X 41 AL T- 1% S R I K »

BiExiA N

[o119] AT WY BT A RTHE A A 4 1 3R AR 1) e M BRSO A A 1 A 1 0 S e vy s HL R
A NRMER 1T ALLERRAE O R SCARPREATIRR N “PUie e 8 BRI 2SR ”) .
[0120] (i) XPPERIAEER AABRIRII S MR EEXT B SR A 8 1 2T 4 1K) S M e

[0121]  (i1) AVEMFEREERIRR SN LEXT B Vb e B SR R E A S R 1 o
[0122] (i) RATIMEIER LS A BRI o 22 40 M P01 35 S IS T

[0123]  AK W H KAKH] L IRGTAR BIFA 2R U i BRI AR 77 AT/ ATy 2 M i i 2 7 v
A 7R % T BRI A AR ARG I 75 92 « Bl 2 e BRI A6 7 AT/ BTy 2 S 2 i LAUR R b
BHUARIZATIE . LU XS EATEAT AU AET SO A8 A8 AU A A I St s
A5 ARG, AR W AR TIX L8 2

[o124] (1) PLiEkrhE B AR A DA

[0125] A W IRIHLIE M A 8 1 BRAACR 7t 1 T K (R AR AE T R S B 1 BRAAR 1) S
M LS FE BTV R 10 S B e R o i Ty 3

[o126]  R¥EER— T 3, AR BN BLIERAE B T ERVRRE A ME DT A S B2 VBRI TR B
PEEEXS B JeM FEER VAT YR S N iy o e FE R R 1 s B e dR Sl MR Ty
T BRI PR BRI A SR o A2 A PR e A R0 ] A T o A B 3 A H 11 77
ORIEAT , SR AX LE T iR AT T2 I, AR BT SOOI ek A 8 R IR B R P EE X B
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VER T BT VAT YE ) ROV v, AL S PR A R BB o RRAR DL 16 77 20, LA RHE# 1T
AR RPN B JEMFEER AL RNV MER 3 5L E, BLIE R 4 5 0L b &l
WA 5 AL b o BRINE, BT RUSHSE A AH [R) R0 A v B R0 & AH RN PR B DR AR e A &
N N PEREAT LR . 4N, LETE AR ARRE R AR RN A B JEMFER A LT
Yt e A ONRRAE I AR A B AR A R B P vE B A B R e M B

[0127]  RPREE =77 2, AR B IHIIE R FE VBRI e bt AN SE A 8 L ERAR 1) S v
PELLXT B JERMFERR A PRI AR SO e BRI, FUICR AR 8 A BRRS J MEBUIAR R AR
HAKER NG ZA B EhHEO R AED AB) MRMNER 50 5L b BHLE
oA 100 A5 BA B BRALIE A 500 £5 LA b BRI, BT LIRS FAH R Bk B R0 & A R PR
WK R BLR 8 B &N RN P EEAT L.

[0128]  AQ{ER] /R Uit B 15 B B ) sl R IR B8 h 25 T B0 A B PUARING, W DA 355 & i
I o 2 HH AL DA DA 2 FH LA i I A8 M 4 2 1 K 45 6 I AR I OE SNV 5 [ IR, A2 BT A B
PUARBEAT I RIE o i S S R A 2 1 I UTRRAE 80 ~ 90 %% IR AT /R g R S 2 vh ]
D, W R A B BURRIER FEIM A (Cerebral Amyloid Angiopathy, CAA) » S50 JR 7% g ER
TP B2 AR e A B L LA A B 42 S T E s ANE], CAA TR Bl A B 40 5 4K,
W, AR A AR B HR BT A, e A0 e S PR 1 b 5 e W B R A SR S T A B 40 1) S B
IRIPLIR. BAKIN S, 4% BP0 ie 0 A 8 1 BRARRE S PR DA JE A 2 T R AR ) S B,
PEPLIE AT A B 40 1 e BPERY 50 £5CL B BEARIE 2 100 £5 B B ik A2 500 f5LL E.
[0120] AR E/RSHUEMAEEORAER R HEDUR B A m RNVPER Ve S B R
JETR B UEMFEE AR AE O RAE B4 S HAARRIESHP IR REA 72T HE 2
FOR I AT DR AT AT AR, A RERURR  4REIR L R R FE D AR 4 3, R AR N4 10 ~4
20nm\fLIE R ) 10 ~29 150m, FALE L) 10 ~2) 120m R HIPLE AL 120m 245 FA8, K
TUEM AL AIRIE, AR N Lu g/ml LUR ARENZ 0. 450 g/ml LUF, HEAH
SFHAERGAMMR A BRICT SR 4 AR T 0GR S 4h, ] H s B B B 0
XTEA ik iy 1 B R A B L ERAR AT 73 e, et A4S B H ik o8 4 15% UL B g3 .
[0130] A A B PV R A B [ BRAACRE S P DA R B I 1R s PR (R 2 7 4%, mT 4 28
HE A9 2 G 3 BV s EVRZEV  ELTSA VS JEAS B U0 AR S 3 20 g v s FH Pl 7 R ol
WMERW 7155 T A0 AE N R IO BRI B vk B B 1 SR A2 T8 1A 40 NIRRT
TR, HAEN U, il B Al SR e R AR e (APP) A, &
MR 12 5 B e AL Ji5 A0 (R AS [R] T A7 A6 I & R oRp 2, (BRI R W 20 W J5 C K i
(12 SRR K AR, FEAFAE B A0 JEMFEERE (AB 1y JTHS 1) F B 42 JEM IR
1 (AB 4, JEHNS 2), 554h BA3 EMFEER (AB 4 JTHS 3) WIELFE, B WEMAEE
HE AR AT REE R 758, ARSI 2 IR 1ok, B iekFfE
HEYE 2T B WEMFEER A B4 5T R AF 4RI 4R 4, I B Mg fusb T iE . IXFE
B VEMFEE AT 4E R W MR N SRS A 4E sl i Lorenzo, A. et al., Proc. Natl.
Acad. Sci. USA. ,91, 12243-12247 (1994) = JT iR () 77 V5 hilidk 1 27 4k .

(01311 ARPEEE =7 =, AR B HLIE M VBRI B bt MO B e A sk
AP0 BRAET 15 SIS BT . “TER R B R ph & 4 b T 195 5 7 Feid
i bR B IR T 2 A R R A S VBR34BT KA T, BT S I 4
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MBETR] AR T BRI RS Rl S35, KT Madiie, RE2 M Rgc g oA
REpAR BRI, T DAE ML (ARG RVE B S ) SRIERME RS, thn] LU
F M\ ES 4l %5 3 075 SIS BRI AR 4 i . VRN JEARREF2 40 e, w5128 tH N BR3P ifs o
FRT 3 S« K B RS RIS M 40 i . IS HE 85 2% LIRS H i D 2 28 B i 3R A3 O 40
Mo AE R HA KA RS M BT At 8 BV ERUR R e ME B TR IREAE 1] 128 48] s SE ¥ i
B BRI S NPE LEXE AR RT R SR . B JE MR 4T sk B JE MR ER A A A
RN R o o, T AR IR A N A R R R I s S P R A S R A BT A B 1) RO R
(K129 10 ~29 20 £5IPLTE AL B B BRI e R DA

[0132] AR B HLUE R FF 2 LV BRARRE S R b R A I3 i s 2 40 0 T2 115 3 100
PR TR, DLk B se A LA i ve b AR 2R B BRAROGH o 2 4 IR ZE T 105 S IO RE D, (HB &
FERRAR PR 125 24 AN TR 1T 50 2o D A i 400 o D T3 A ) ELAA R0 o2 7 32, W s B
[0133]  J34b, B T8 —~4 =i R L AN LA BT 2040, DUAEAS B A TR & 241 21K
25 B AE SO PR RIS 8T 5 B 7R g R i A AE R S s N A REAE TP AR A 4 7R AR
R PIIE R 18R BRI e LR .

[0134] Y4, 5 —~58 = TR | AL s a7 2, DU SR A B
B AR 1R 37 A 5 A e S M SR AT A R AE ) B A R 0 R 70 A R B IR B M i 1 BRI S 2
priarp. HARIELL B JEMAEER A PRSI N R A RAHAT IR A BN L, B JER T
HAPAED BRI RALEAT N AR R P0sE B A 8 BRI e A, “ LA
PUNBERFE B A ER AR B S AR G5 AR e P RS R AE B AR 7 2, BRI &, REEMm T &
HBRAORE AR PPIRASBUREE &5 & 7R Ve A 88 B BRAA A DU RS I 1 00 T AN RE 255 1
Lk,

[0135] LR XFAR A BH B Heve i A 8 3R R Se PE 0 44 1K LA () il 3 D7 V200 L0 R e A
()53 BT 7 i AT P4 U B .

[o136]  (2) yEMpFEER IRk (i) IHIME

[0137] AR BHHUAT] DL BA R E e A 88 I ERIRE A PR RIS 2. 7EA K B
OERFE R AR TR B e R A RAE S S HRARRIEENYR. “RRIER”
sete B 2 ARRRITT DO ERAR, ARERURCIR  ADRCR L f i RS, Kitt il
WONY 10 ~% 20nm ARk AL 10 ~% 16nm. FEARIE HZ 10 ~% 12nm R HIALIE A2 12nm
fitio JiAh TERMFEE AR EE UK L) Lo g/ml BUR MLEANZ 0. 450 g/ml LR
N B 15 ME RGN LT S AR R TS . 40, SR H i R
FE B0 A FITR ) Ik (R V€ K A 8 I BRARIIEAT 43 RN, B 15 B H Rk FE 8 25 15% L |
HE TS

[0138]  aXAhyEM A S VBRI T L el A8 5 B JEm AR ER K (35—
7 ) RIEATH o BEAN, g T 2% Ao S TR A B BRI, rT LA S A 2
RIS P RTE B FE S BRI HEAT A 2 (8 %) 5. AR BIIHUR BT R tmy LA
i B R e PR SR A BRI S A

[0139] B0« B JEMFERA” BIE Y 40 DNEIERIEIEM RN E A, HAAEN AT
W EAR TR HEREEO R AED APP) AR CARYE TR E AR R
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[RJAN ] LA B 22 sk G J 4G i P AN (R 17 A7 A8 25 FhoP S, AR A8 W 23 90 5 C A i PR 2 6 PR Tk
FA AR, EEAFAE B 40 VEMFEERA (AB Lo, FFHS 1) A B 42 Wi e (AB b P
5 2) , 3 B EAFAE B 43VEMFEERE (AB |y JFAI'T 3) o TEMAEE EV BRI 14 Fh ik
A AN i 5 1 B JERMFEER AR FARIA B 1 y0 A B ¢ BRA B 5 BRE BRI
AAREAT ALY, Horp R AR AB |y BUAB | o 38b, B BERIFER 1 n] BUAE FHA ALK K
PLEEA B 8 B T B E BNV R IR BUR R A 2 E S e E e .. BfiHE
FRAE A B Ve A B I, B il SR EBOKE )77 v mT DA FH IR S8 B 00 ()38 A3 () 7
o T3HL, B UK BRS i FE R B4 R BB A1 S OB H 0 3857 49 21 85— IR 0 (KR P AT 3t
SRS T VRN RE 72, R CAAS A8 s e ik i R A i 5 o ZEAULEH 5, A I
BB VEMBEE T RO B e R RAAT B MRS A BAERETVCAB VAR B
K7 AN A RN B VR A B 0 A i T KBRS UK T, Ve R i 8 1 BRARA  ofl)
2o VR K RS K )8 R By kit dr s R e [ R AT, {EAR I /K i b 1)
B VEMREER I OUK B IS B2 50nM ~ 2 2mM e N 20 1 u M ~Z) 1mM. FEARIE R 2 50 ~ 4
700 0 M VS . DUIERZAS BT B S EhIR T . IR LR B JEME R A RERS Y
i ) S B DU AT T e 340 R, 49 A e 48 1) pH 24 3 ~ 20 1L LI N2 5.5 ~2 8. 5 HALIE N
29 7.5, BRACEANL IMBLUR o ARV RIXFE R SRR B (9 7575, T LS B ks PBS () 5
B EME S LUK BN T BRI AR ELE B JEmit e A7El EriE Y £
TR RISV 58 A AR IR 7 325, WO e A PR A o

[0140] ¢ T & M0 FF 5 1 BR AR 2 A VB i) 48 T VA IO A — T, R A0 2 A [ ACRE I
2001-247600 5 ARA LI TP, BEARUIAT BI Hve b #8 d1 VER A& A W BAE A AT A
Ab AR LA S AP G O IE T (RS 1, REAE AR A A R B BB s AT, (HEEAT R S = T )%
(153 4%, BeE A9 21 HA 5 S A & 40 BRIV T35 R B4 53 o AR R 23 4y 7325, W LAASE 49 4 1
AR 2002105099 5 A AICE 75 WS B HTE R LS A ERIA & A R AEARYE 75 2
AT T W4a AL S, AT I Pue H T LUR I 5 Tr e,

[0141]  {ENHATER AR BT CIERTRTE LI 77325, R A28 Nl % A e 4l B oE T e kAT
Gy BT 5 1 B0R) T H - A AT N 5 1 5 RS . T AR RN 2 T vk LR RERE AT
VERT A I BRI IRIAR IR 7 v HLg AR Ve M R B N ERAA 1) B 45 AN 32 40 1A D0 T Be g 1k
AT G 7%, W] LR AT 7. HART &, 9040, B Je e B4R 18mm /oAy IR 3538 L 55
TN 30 ~ 40°C IZEAE K, [ KT INZ 30 u 1 ZEA KA 1. 5% (W/V) BEIR = g
VRS WIS BRI o W2 S PR I sk G RIS T e, B 2 B 4 P M)
TG S KA A PR B SR T AT S8 KA o B, A 9k WA BT IR SR M T BH T, 5
B A A% 5 RTUE R R BR A (R R /D i ik, 7RI DR AR HE 25 2 R IR AY, JRES NG
FRENVETRIEAT WER . LIk TR VRS AERRE ) 100 ~ 120k V 1) =y He s 45 FL 7 54
B8, 4 T 97 Ak L S SRR A S A DA A 1 i 0 S R AT 45 ORI, R 5 A8 T B S e i
PRAIE AT M 22

[0142]  (3) BHUE M A ar L ERAARAE M BT R BT AR 1 il 2%

[0143]  KT3RMF LR (2) P TR PR e Mt B BBk A PR B AR 7 v, BB
5 34T HA X Ve R B L ER AR 1 S RV B v FERT R B I S Nk v LRV FIRE R
L IR LL b (R A BT BT AR IR 7325, WA R R PR . ELARTTT &, DU T DAASE AR SR 4l il 30
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[0144] (i) XPVERIAEER ABRIRHI SR MR EEXT B SRy A 8 1 2T 4 1) S M e

[0145]  (ii) AVEMFER BRI SN EE X B VR e B SR R E A SR 1k o
[0146] (1) FATIMENERAEE BRI #h 22 40 ML S0 T (35 3 s

[0147]  RFPUs, #f L3k (2) ik TE kAT 8 1 BR RS 08 1 D0 2R I KLH (e AL 85
HH) BSACFMIF A ) OVACINFE A ) S8 A elm 7 1R 4 & 80 22 6 is 21
U S RIS A (BRI AR T 1. T34, thml LIORE I I AN RIS 1 45 5721
# [ 2 TR IR A B R

[0148]  HI T SRBEMI BB R IR IR 52 H s (h 5 43 3 A Bl /S B KB BB XS B 177
"EABUARI AN LS8 2 ] DA . R A & il 780 IR 9B IR SE Ve Rl 806 IR
AsE e e bsa  xH e TR s AE B LA A B A AT M. B 2
Jil~ 5 JE S 1 ORBER R BB S B DU AT BRI DT R K S M 78 e BT AR 1k
SR PR AR B R R B R DUAR B s MM RE S 78 70 LTI, W BcA e ok R Al
PRI LIE AL 1 ~Z 100 1 g0 356, KT S BE IRE YLk e B A e ity sh iR,
Ja IR TTERIAZ L AP BT PR S R B N B AR XA A i I ER O FR) B BE L X
B VERFE S A PR R A R E RO ke BRI S, UL 5 ~ 20 K.

[0140]  fEMIRJE RIS 7~ 10 H 5, MiZshPR R EKSE . Peik il dn R4z,
RIS Lo 73 8 Al T3 R 26 I3 o 0TI Hh B 33 IR AS e W IR T B b A B I BRIy 7 PR B A
S5 A R 2 T ik, RERRE g 0 B 5 i (2) A il &6 HROE M 8 B2 R BRAAR 1) S B PR R 7
2, Wn] LU AR T i, Bl ae] 5128 1 R 9O R0 LR Se #E 8 AV ER A AT bR, (05
5 BRSO, IR )5 W E st R S & RIbR iC RS P 075 . BRI &, w228k
AR A T BB I 5 i R I B ELTSA 12325 8 G 28 TN 52 1% S 88 1089 B8 ol B
R Ho, AR M BT R AR R DR, B E S B SRR AT
YE ) B BRI, ] AP AR HIA HY i B B 1T, SilE LA B BE e a1 Jh 4R
s A SR A 40 G R ITCR FE ST A ER R SRR, T APLIEAE ] BV R B ELTSA ¥4
SREREEIER. S350, BT AL B ISR ER AT YR B ISR R A R B B e TR
73 2 K5 A PR S T S B LA B R 5 08 26 P R L SRAS A I B DTSR A B I ER A
FAtEPE,

[0150] LA 19 73 BRG hll ] LA A AR B LK) SR e BR R 11 1) 7 B RS T2 ok B A T RS ). L
PRI S W] BAS SR AT B DTV S DI VA S UG S R T8 1 AT AR FR W PR
T 00 73 R TR o R S ) P L D0 R 45 5 0 s A1 WO R ok ST S e T AR AT TR B
TP ERITIE

[o151] Wbl iA N 2 solE ik, ErTLLLL TeG o EE K> IF A TeM, TeA S5 IAh
[ e Bk A

[0152] 55— Ty 1, =4 il 4% B v W U AR N, b Lo Gt e sl S J e S5 A A 38 B iR R v
FIEER IERAR, E3L 2 ~ 5 H 1L 3 H R KA A B & 5T R A2 40 i 1 [P e I 2 4
S 12 MR P 40 0 A L 0 D R A e A A AR i o FL R R i R R 5 O R AR A P A
FRAAN (AT ) Jr e X HLAE A R AE M0k S TR I S 1 sl D ) 5 1) JRIE
240 i S50 VR L 0 P o AR LR (B3 b s i Te) B g e ] Lo g B, AR D A AR AR IR T3, B ]

15



CN 101878301 A WO P 12/29 T

LAS FH Bk 4l B A LAAR ) A S0 J5 vk i, ] LARIFHAE A T EB %5 (Epstein-Barr
virus) HIF4LiE (D. Kozbor 2%, Eur J Immunol, 14 :23(1984)) Ki3#4T .

[0153] 4 Ay JIIR 40 i (10461 1, 4 FH p3 (p3/x63-Ag8) \P3UL.NS-1.MPC-11.,SP2/0-Ag14.FO,
x63. 6. 5. 3. S194, R210 & H 6/ 4 M. 41 B mb-& n] LAJ2 BOm 5 2- T i 7 V25, 49 an g 7 [
— UPiREE T = 2T V) GEREY 1 =27 4 7 4 Y 7 1987 AEHR ), G. KOHLERANDC.
MILSTEIN, Nature, 256,495 (1975) Hicd &) ik st . 4nMemb&n] DUE K 40 Mok &
(M BETE A BB G 1A M A 3 e 5 bR st A8k 4l s A (2 1 571, ] 1) 28
HAl B BRI 20 T 58 1000 ~ 6000 FI5E & 1S5, Ui, o T — Dt mph & R0%,
AT LLRE R AR A B B 1L-6 SR 40 M bRl n BBl Rr e 5 b OC T vRg 4t e 5 kAT
TP 11 R 40 i R U R VR A L, AT CAASE FH B A A T R Al A 2 1 5~ 10
520 A0 B R 40 Bk T 40

[0154]  1EH FiREhE 459555, 7T LUE ] ERDF 359555 . RPMI-1640 35753  MEM 359555 . GIT
BRI I A A IR AL, Rl IR AT DL IR AR E  (FBS) &6 M MR35 bR
Feo RBEIEEITR 7R S K e B AT T A G 5 1 R 0 e B b EL A e g
MM LR BEFRIE N 7 TR A IIANZ 20 ~24 50 % 2oA7 I TS NS 37T C AL R L
BV, AT AR 30 ~ 3TC RN 1~ 10 4380 it o 2 )5, IR BT B IRV INIE 24 11 3%
FEEEFFE O UIRR 2 FIE R ERE.

[0155] K H FRAYAC TR L0 0 (WL B PR R 5500 40 HAT B9 58 (5 IR NS | S L s
R R B AL RS RIS ) R RE IR N TAERR B AR 2L AS T LLAMI A (R A4 i
S5 BET, AE1% HAT B335 35 A R 25 ] DUEAT A 6% (%) B )30 o A 4 H ~ 2004 o

[0156] 19 B[ Z4AT R = AL PR AL & 7E_ LR A R s 7% Lig . Bl 5ie Lih 2
SR B R) J7 15 [RIRE MO 2 TR I B 8k B e R AR S MR 55, ] DL BRI A5 7= AR A K B
(R LIE R FE 2 TR RE e MEDUAR ) 24 A0 T

[0157] I8 L4159 B (19 4% A8 T8 ) A BRAG RV 10T v B, v DAFS 217 AR s — [ BR e B i 1k
(I ZRAT IR T o % AATIRE S AE I IMNA 2 1 ~ 2 10% 245 I PSE R 25 7 FBS Fh T & i 4F
Piik (1g6) ¥ FBS [yks 7R BBl Jo i H o5 FR ik b AT 85 9%, AT BRI G 7% BIEWAE K
il B Ar B e BE BRI EORE . 5 — 5 T, tHnT DOE A5 B 24 A8 8 e R R B T SE 45 T T {8 i
Fifr) Balb/c /MR ELFE Balb/c (nu/nu) /N RIIERE N, 7E 10 ~ 14 H )G RE SR EHL S A $
SLREBUAR IR K, VARG il B AR 5 e BT R B JEORE . ORG il BR s B B A 16 g v ] DL A8
T8 1 S B BR AT RS VA Wit B2 #% 73 3% (ammoniumsulfate fractionation) 5 L4
SRS SR GBS A ik A A A AVEREA 6 BT/ RAEBkE APk
()5 A R SR ST

[0158] 4 45 3 ¥y A 2 B IR 0 0 ¥ A 2 B 3R S 1t o 4R mT DL E B AT, R DL LA
T ok B e 1 7 15 R AR AR 1 B AL RS B 1 Fab T 2 ek 3 LI ok B & O B AL BEAS B 1
F(ab' ), 8tFab’ [FEAAH. 540, @i HAR G QAN iz S A &b r) B L
FEIX PRI AZ X PN LA RGE X (CDR) ~ BIGER ] AR X 26 (1 Fr B sl 4t e AT TR B8, A A 2R
PR AL 70 AR B BT vE A 2 VR R RE e B vk o A, A I B A R v B BT
M7= Az /N B T A5 1 58 2 N PUR AL B 7E A R BH I L iE Ry i s R IR RE R ek B iR b . It
Gh, BIRF=A BRI L AT AN R LA S EEAR R . 1R AR B 1 2428 98 1) A
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AT, R F) 248 HAE DL R ) SE g b 3R AF I BT (R g 5 O FERM BP-10871 834 4 FERM
BP-10872 HI 2445

[0159] KA A (/DR KRR RSE) TR ABLERRIRNPUE (BUFFR I NIRAEHT
) RA R ERE A R ER R DR v B (B0 FviFab’ (F(ab' ), BiELAZ
SMUBLREE G W4 ), HAS HE AR Bk E RIS B NP H) . VB NTEALDUA, Rl
HEIE L A B AR ASUR R B AN g X (CDR) HIFL AR 41, T A BRI 2 R IR R
FEIR T 51T 3 b ol HE R AL BRI BT AR o S 238 8 i P A B AR IR 2 DX e AP E 2
XSRS, Bet i GE B 25 3 A B ] SRR RS AR I e B S N/ AR ARG k. B
PIEEL 2 S BRI AT AR DR CDR I8 i 21 H HTA 1E AT 2 F0 AR AT AYEAL . A I
2 ] AR X PRI HE SR X AH A I A HE SR X8 3, 4B CDR SR B A 484 B3 4 FE N R
QAR =%

[o160]  AVEALHLMARHE— B & AMEZEANZ /D 1 AN HE APk ) CDR BTk, X A7
T AR R E 2 X R s 5 N e Bk R (A e e X S EAR TR . s EARR R 7R 22 /b 85 ~
100% Lk 95 ~ 100 % (2 LR P . BRI, Z AL HUARIGER T CDR 343 A BT A i
YRS 1AL 1A B ERIRIR I S BR AR 3 4106 R P8 20 A [+

[0161]  AVEALHUARLEVE R 255 H T AT S0 R, S3E APURRR & A BTIAAH L &
b B 3AME

[0162] 1) FHFRUNVHT AN, RIS PR N 1 g2 S R (0 G Ath ERT 7 A B4R R 4
610 41 388 Tk R A ARG 1 0 M B (CDC) B3 B AR Ik 4 W 75 7 (ADCC) iy 85 b o R B 41
Jido

[0163]  2) AN A G RANEWE NIRAPUIR BHE L B 18 58 X AE A SMIEVIEAT IR
I, UOA P Z N IR BUAR S T AR IS, BB RO EE XS 3R N SR B ik & R B Y
R VA o

[0164]  3) MIREHEFEANBITEA RE T, 46 TAEABUAR P B LE ABUARI R, 7E45 T T
NIEWTRRE LT, 367 B 5 R ANTUR AT AR [R5 1, 45 25 BRI 25 25000
AfLLEE /b

[0165] KR ABUARIEAT AJEAL I 5 vE R ARSI A 1) Bl At Winter 09574 (H
ARERH]E 2912618 5 /A )« Jones ) 77k (Nature, 321 :522 (1986) ) Riechmann 5[] /7
7% (Nature, 332 :323(1988)) . Verhoeyen 261 /57 (Science, 239 :1534 (1988)) . Queen Z¢
[{)J71% (Proc. Natl. Acad. Sci. USA 88 :2869 (1991)) Z&3kszifi. 7F3R1F AEALBUARRI1E
O T AR R AR AT AR A S Al b R R AL, DUIE BEAT B RS U BR SR (i
Nakamura 2% (¥ J572 :Nuclecic Acid Res 29 :292(2000)) . L33 (IF0 A - 2 B AT 4 H
& TR R S 1, W IR AU AL BT AR A & 7R AN HOE R B P A SR R R AR AR T3
FEFTIA TR X A 1 AN DL B I IR R B 28 B B 38 N B IS N B R R P 1) o
[0166]  (4) PLIEMFEET I ERPRRE T MEBT AR BT IR 1Y 502 )3

[o167] "IN [T Ui B FH 30 5 A & B BB U R A B 1 R ORARE S M B 1A B DR 1 N P T
ELTSA. s EVZEVE B BRI 77 3220490 7o B4 ELLSA, W] 12 H 461 4 [ AH ELTSA @ AH ELISA
2o BN, R LU E A K W R BT R R A A BRI S B PR A B . LA
i 5 i U 52 AT LAAE ] BIACore (BTACORE 2y )l ) 25X 7% BRI i 2 B2 1K 7 VR I3EAT
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[o168]  (a) CUFE Ve R £ I SRR IR [T AH 280 AR e M A B 9 3R A [B AH ELTSA

[0169]  f i s A A 78 A Y B A i 1 B 1 [ R 280 ke I S B e o A o 1 BR AR e PR BT
AT PR B S NP BEAE ST HLUE M A B R e MEBUAR AT I o2 o X B, VR4 [ AR 24,
A] A2 H B s S B T S5 SRR B BRI B IR ABCIR S 1 280 i, AR B R UAS . R T A e
KAV ERAR 78 B A AH R b, w8128 B AT R B D7 V240 R B2 S BRI 7 VR 5%, AN
5 14 HH A, DL ASE A i R o 2 1 R Ay BRI (¢ B B

[o170]  PECMAEA] 1 A28 S ko A A BRI ) AH 280 0k 1Rl a2 v, BRI 355 1T 41 265 HE Ve ¥
FEE IR A ELISA. 1 5%, 7F Nunc 2> =) il 55 (%) ELTSA AR FirAn Bk (2) A il & (13 ki
HEBRA . SR, ) R EAE IR PR E SRR AT G, P LR A B ), AE D0 A A 1
PBS (=) o W12 HH 385 A RV 90 40 5 0. 05 % Tween20 5532 [ P 71 () A2 BE 3 /K S50
A MG A& / RN (Phosphate buffered saline :PBS) S5 H], AR5z 5 I
TR NN, o 2 J5, ERE— PRI Ja , A AR Zhufk (Zht) M5 Rz %
FEBERE E RNV BRI . [RIFEHISEGR IS, A PRI B3 1 55 A dabs, Rl 456 2Em 1 1)
PR 58 Pk o IXFPRAR 1) ()3 P RT A A5 4 ELTSA bR (ELISA plate reader) &%
HATINE o« A0, A8 F R FE ST I BR AR ELTSA, 7T LB 52 A A BH (I PTIE R 8T I BRAARS S5 1
PURIPLIR YA (RAL ) o KIS, iy By FE 8 A EKR BLISA, v LU E B JE ke
A RAE A B S PUEm TR A ERARE R BRI &5 G 55 S 0 I 0 e R AL . AT L
ZNAE B EMAEE A SRR A B ek, ity 8 Bk AR ELTSA, 7] DL & R A7
CLAN PR 5 HIE A 8 IR S PEBUIR IR &5 & 5 e 3 F R e R AL, Ak, KA
ER LA “Antibodies :A LABORATORY MANUAL” (Ed Harlow et al., ColdSpringHarbor
Laboratory (1988)) &5 (15256 15 1 id 2 77 v 8GE i # B (0 5 VR kAT o

[0171]  (b) VE¥IFEER AERMAEAH ELISA

[0172]  ff & A BUE M AE & B BRI BRI S ) W 2 A e 35 57 EIE W S et R AR
PRAE I RN L /NI BL BRSO G ERAT T 18 B R Piie B AE B Bk IR TeG IF I
AR IE A& E /PBS SR ELISA A B in—& &1 FIRRG W, AR R T ROV 1
ANIFRL E o ARG, AERE— DU a , AT LR 0 5 ZHu AR S R v o ) S B A B RO P
NP/ B TeG Bk P/ B TeM i A skeg OBl RIFEHIPR GRS, DA brid v B
PEEE A FRRRET IR b 456 B PTIR S8 —Hudk o IX MR AR iC 49 ()35 1t mT A4S 450 4n ELTSA B bR
IR AT I E

[0173]  (c) B JEMp a8 4 ELISA

[0174]  fEEAHPUARIFE MBI AT 7E LIEW SN Rm &5 51 EWERN B JEmit
HHPAE AL C Kimgi & HEYREN B IEmEEH B AEIREIFESERTRMN 1
NI A E o RRZIR GRS N B TS F AR I R /PBS B B SIS E ELISA AR b, A
HLAE N ROV 30 73 8h UL b o ARG, RS JE A AR 4 58 —Hipk A S0 b i S e 3k 2
SN FBUARB BT/ B TeG HUiR B/ B TeM P/ B A e BR a8, RIFEHBYR 5, DLl
FRic s e S A Fa bR AR b 255 I P 58 —Puik o X PR Bbr 10 4 16 1 mT LAASE R 48
ELTSA Bbr i ST E -

[0175]  (d) sEEPHEYE

[0176] " qf 1 B A T30 i A i BH B BT vE M A B 1 ER AR e ME BT AR R B R 1) S R I
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E32E v (R HAR T R 48] F o« B %%, 8 Bio Rad A H)HIZE &1 Blotter &8, il & 11 I
A (2) Ffil A FITE R AL B RN BR AT Y M 55 BERIE . BRI, 50 R EEAME e A R
HERPR N 45, W] DU AR ), Pk A8 A PBS () o [ 7 XU R A i I BR AR AT EP
7F (blotting) LAAR, AT B VEK T E 5 14 85 1 A 5 KV ) A B 4R AT ER 328 LUA A 6
W o FERZ I I 4 S8 i ) an i R 22 . (Phosphate buffered saline,PBS) S8t
FHHWIEFL /TTBS (Tween—Tris buffered saline) Z&d AT, S FiRS 2B AE A,
SRJE, AEHE—20 H TTBS S8Vl Ja , AT AR 0 28 —Hife i 5 Sz s i) S e 3k 88 1 e VIR i
PRFE ik, g HL RIS R 0 DAAR e s M e bn il i b 255 1 ik 58 —Hifk . 1E
MR AR S B TEm A AR E B RNV IR . VR IXFER P, 7] 7128 4 a0
“6E10” (Senetek AT ) &,

[0177]  (5) $DHITERFF 8 I BRMAH Sh 2 4l Mo JE T2 19975 T 1R v 1k 18 23 B

[0178] T THI Ui BHAS A BH B UE 0 B 8 BRI S PR B AT 1 L S SE R A 2 R A0
PR MIFET 5 S RE TR (1 ST I R LR A A 22 40 B 1t o A R 7 sl 0 il
M MIET S FIEYE) BT TR R

[0179] 5%, A T e WA B A BRIR A 22 4l BRZE TS 105 ST LA R kAT AEMAE R A
()0 B 55 PR 35 72 VR P S I B SR VE A B B AR, S IROE O 1 O VAT R IR . XL, YA
A PR RIPTTE R B 8 BRI S P DA 2 A ELA 1M 28 40 i 2 M RS P N, BT DA gk
AT AEPUER AL B D BRARE R R DU I AZAE R, 16 Bl M 22 40 i 5 ye By AF 2 L R AR — g 4%
I, HAKRIFE R MIET . e LS B BRI 3 R4 B 2E T m] LU T 8URIE P
ERE—Fr. Fak, BRI 40 e, B AR 28 R G40 e, D03 A R ik B D3 SL3h )
(ARG ES) RIERMERRAM. S54RSS TR M. 1B 8 IR 57
YN, DU IR ) 1) L 0 A S S K R R SR SR AR A . S 4b, e n] DL E B A
¥ LRGP SRR RS RN, S4h, n] DAE A M ES 41 i 4015 S A3 31
P2 A0 D

[o180] XL Mok ds B v] DL BOIE O S R Tk AT i g8, RAAM B EA A RS
S I SR ARG 75 R AR 22 R 0 A 40 IR 0355 9% 7%, T LU ] Hoshi, M. et al., Proc.
Natl. Acad. Sci. USA. ,93,2719-2723(1996) #F1 Schubert, D. et al., Nature, 249 (454),
224-227 (1974) Wit # 1) 7 4%, 55 T 2% 5 1% 7%, W LUA# ] Gary Banker and Kimbery
Goslin, Culturing nerve cells,2ndEdition, MIT Press, Cambridge (1998) icZ% 11 /7
. N T SRR R A RGN MR 28 B R A4 R T ., Frds In e # A 2L Bk
PRy T DUTE 9 64, VR i i R R I8 BES S5 I R U R S 1 AR A TR P A AE Y
M B e AR O LSS BRI AR RIR S S RIET . B, Bk (2) H R B E R A
EERA A BT IR, RS DARF IR G B WERMFE B IR AT Lug/ml AR HEARIE A
0.45 1 g/ml DL N1 T IR IR 40 R AR A E T o (H2, BRIk BN T 28451, I
ANZ G IR E

[0181]  AFAE T %3575 (M A A BH B BT vE WA 8 B AR e MR B0 4R 1 = mT AR 98 i FH 1)
AT BRSO RIS 1 e, BRI &, LB Wikl 0. 0001 ~#2 1mg/ml K& AFAE
TN BUUE R IR VIR S R DA 1) B IR 455 R P A I ) I S R B RE A A L\ ph 22 41 R
P e R P, WO A R R B A, R R R VIR AN A A OB T S R R WG IR SR 40 6 /)
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I oA A4 2 0, BRI TS AE IR 2 BT AE RS WA N 4k, et s A Bk 5
FUUE AL B BRI e M DU AE S A A3 TP B 0, WS IR TR 85783 540, 1R Xt
R, D0 A H 55 S A 2 R BR AR AN SO B, R AR IO i B A B R B AR 1) e AT HLEE s B e
NFE M AN A AT S T DU . VR IRFERIPUA, DLk w] DME I gt B ek iR
HH AR E AP, AR, #101 “6E10” (Senetek 2wl ) 5.
[0182]  Hy¥EMrAt d FERIAS T AU A 22 40 M S0 T30 (RN I 1 A 240 BT R i B BRAK
Ja M2 6 /NN ZEG IR R AR, TR 48 /NN A i, Be e M 2 B R4 e sE T, BRI, 78
A AT T ET 2 E X AP A AT I, ARIE T AR BT IR 24 20 /LU, {H AT A
R A FH PRI A A i 3 BR AR F) A A0 T PR R R R 4 B
[0183] {4y il iX 48 22 A o PV T3 MR 1) 77325, R IS 38 P A X 4 B AR T A s
HART S, AT g A MTT 3 PRI 5232 (Mossman, T., J. Immunol. Methods, 65,55 (1983)) . {if
AL TARE (Ankarcrona, M. et al. , Neuron, 15,961 (1995)) 254y a s 8k & By A 30 Yuvk
(Trypan blue dye exclusion) (Woo,K. B. ,Funkhouser,W. K. ,Sullivan,C. and Alabaster,
0.,Cell TissueKinet.,13(6),591-604(1980)) A&l TUNEL =k F Bt 4t DNA £ ELISA (Roche
Al ) S e o, e Gk A5 FH B TR I S R % (v R I 7 BE AL DNA ) ELTSA. i
T TAT I 25 1 % €y ] DA AT FH S0 48 P b G B0 T 40 I AT % € PR A b TR e R AT 50— %
o, AT LS HAh 2 Fre R A S . E NPT AG MR A GE, RN S, ik kseE
HiO ¥ Al B IR AT Qe T Calcein—AM (Molecular Probes 2] il ) X440 BB AT G4 (1K)
Hoechst33258 (H33258, Bisbenzimide H33258) %%,
[0184]  F4b, AR W HIPLUE B A a9 ER AR S MEBT AR XS A 2 4 O P T2 185 3 s 1
AT DU K A e B BP0 0E R A 8 I BRACRY S MED LA B4 TR A RSR AT . HTER
FEEE B BRAT T 40 M St T m] DU T s R e AR — M. S34h, AR 8 AT b zh ), A
S AAWILE (ARG RKIESE) FRME R4 Mshy, WA R R ER 6,
eIk AT DAASE FH B 21 2 e BR0 RS U B A S5 il e IEAE R AR R A TS . 34, 45
TR T MR S 4 R G A AT A R BB 25 25 7 RS, 1 mT LAY FH 48 11 45 247
IR SV IR 25 2R Sl 9 s 25 Th T A FH I 7 5 VR 1) i 58 A 2 R SR 40 e A7 A5
AL H B2 29 7, BRI &, 1 a0 76K B sl B SR I A2 IS 00 T, AT ELATE B R
e A F8 A7 BT M 25 N 5 245 B4 77 0« PR, ot 55 T B0 )M S8 BT EAT B0 (miero
fusion, microperfusion) 771558, IFAELS 25— E MR, A6 H] PET « MRT 0 515 Dy BE ) 22
4, R Ja PRd B H 25 25 50 R AL 2R, il AL ZR T v, AT RERE A 38 1 T AR 22 40 O b T
HIIMEA b T AL n] LLUE I AR Gy ik 8k Western ENRyESERUAT, ME A AL 244 (4
2, I H)28 H TUNEL B ABM FH BT Caspase PRSI iz e 055
[0185]  (6) /R FiHFERI VAT / AT 25 LA K 0 16 75 1k
[0186] 4y iF 25 (I ER PR B AN I B AP 22 R G i B R 4l g i, HLEgE 6% 3 BT IR 4N g ot
T, BRIHA G AER R UG B H, [RIFEHE B ek i8R B B 465 TE G Ve A 2 L BRR 2 15
FHREAZNE
[0187] AU BHIIPLIE R FE R BRSSP B AR 2 7 A& e M i a L ER A () a7 ) OB
A TR B 8 I ERAROG A 2 4 BRAE T 15 S I0VE I, Rl A 52 404 5 A R B bt
VER IR B BRI DA T b B Ve R AR B ERAA 5, O DAL S NP A FE bl ) ok
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ATIEFE, BEREREAT IR BRI (K67 / RUERB 2K Bk o 3 4b, A IRvE At 8 K
PR S BT A4 AR B RITAT A DAy ] 2R e BRI (036 T/ AN BI 25 B 280se 7y o BRI AR BT T
PEN PR AR A ER IR S P OIS Hh 0 LA FE AT AR 8 A AR INTE e EE 1 B 1 AR AR Bl
5 TV BAZ 55 A R A 8 5 ) A 569 S 2 1K T X J 0 S 1 v, R 5 W02006,/016644 5
SR C RN DAL BT R R B T ER PR DTIARAH L, BEME R 22 4 P B sy (10 ] 7R i T B 114
RIS

[o188] I~ il Ui Bl BT I Jo 4 9 22 T VA BARG 5 RS2, w428 ik 22 A
AERRTEAL G & AL S B W= A MR SR DGR A PR B sh M) AL S PR O 5%, X 48
WE Al AR AL &9, r] Lo AL G0 o 5% T S iR AR s VBRI S R, W]
VA AR AT B3 (4) IIPUIER B BRI S PR OO 5 S b A o BRI e 2 1 149 7
A A SIS IN_EIR SRR AT KT VR RS o SERAE H A BRAR DU R B B AR
S PEDTARRISZAG P (178 5 & n] LU I 70 Il 16 3 3 4 iR R AEAT

[o180]  AZALIE Al ARIC YIS FUOCIEAT T AR, TR prik o #r, BEME I 55 e b i dr
ERURGE A (K0 S50 R] LR BT 2R e B0 (KR 7/ AN 25 (AT 087y o ek, DLIE T e %
I A Bid (5) AL T i I BUIE R R BT T ER R A PE ST AR B DA A5 e
B RE R R AR 2 41 B TR 5

[0190]  funstb e 43 R ) JBORT A S B PRI B A £ 1 TR ARy St M A A B A D T T BT 7R K
BRI TR/ BGTT BI 290 B 2087y A FT R B m] DR AR B 2 Bl VR e
KAWL TG . RN Fe B Zn 550048 B8 1 SORBE f 28 1 i e i) i
VRN AEBE A YRR R, WA 28 H) G 56 1 h R SR S5 e LR F 36, A AR IR 26 L B 26
xR ZRER IR Sh AT HUR I B, T RRSEF R AL RN 55 o 9 8h, DUE A Bk TRk 7 MDA
SEPLEAL T EIRTVAS O AR DU B e e N DU DUIRIIE T NS AT 45 25
ISR R LA FOA B A SRR VR R AT

(01911 AT WY SR AL 1) 24 it 25 A 5 MR A W (10 9 228 073 2 40 DA o e 22 4 R A T2 - AT 31
il 1 F PR o s A I )L e o A £ 1 AR S PR AR AT sk I Re e AR
TRl R Yt B O BT RT / ST I 2 o AR AR W R i 8 5 V20 il 40 M SR T
HAT I F 0 ORI L e R 1 B ER Ry 7 P DO AR LA 5w DI 2 i 4 7 /o, (HOE
LI IS il B A IR A AU IR 1 FRER 2 B LA B SRS T A . AR IR
HI 25PN, w T ABI2S 1y 3 B 5] R RS jG) S AL 8857 (troche) <l R
SR T S e 10 4 24 B AR S B v SR A ) R U 7S5 g 2 T B U)o
[0192] 2 L1252 F I 7 5] sl e 2 50 5 LU A 4 25 0 0 T 4 116, T mT LGB b I8 Tkl &
FR SR TR R T Hs 00 AR 00 9800 7 e VR 1 AR ) ) S8 20 o) 790 P 28 AR
AT H3E o R0 T A2 AU 2 R0 ) T 32 A9 A P P PR R A S AT B0 A, A AT 4
BPXEC 70 1) 8 A28 1) < R S P 77 S R AT 3

[0193] 2 [0 25 24 F IRIVBLAAR il 700 Sk 17 481 At 7K A momt P s VAR W9 VR <LV 3 5] e 71 5
A, 3] LACLAE AT AT R RE W% F /K B0GE 4 19 o A e (0 T g il n) (R s At SRR
AR AT AR A5 38 A IR 1 BT B LA TR DR A 7RI L RO 7 2 A
RN B 7o

[o194] 22 I 25 2450 i)l m] LUE R IR & RS U A SR AU A AN T iR oKk iliE - T3 5h,
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] DA 20853 53 A B8 S ) B LA AR IR AL R S8 78 550 56 il s sl b o 4E&e 125
24 FH () 55038 5 L2 VR A 288088 4 R4 3R KT A T PR R 28 Ak 2 2 s ol 5 1R T X 4
it AEZR D125 25 R R 50038 18 e B VR A 20853 ) OS2 0 b o K e i ok, BeE
H 7R R I /M B AL D FF 3 Bk g . O TR AR e M, v LU A S5 n IH A 2
AN, AR A TR EIK. R TRPE S ] LR S 3EE LIS AR [F] I 77 12K )
1%, AL T8 KA RO o &7 B0 B I VR Sobe S AT KRR il oS98, A TR
RO 215 a3 A I AT ARR R w7 BN 0 2R S T ) v ) 5

[0195] VAR 4 i) 25 2 & n] DL 125 184 o 0 T 1) 5 59 ¥R 97 BB 19 H
1) AR IR PR B AR RS B ) Sl d i e o S Ah P iR H 1 ~ B0k T 45 2
N, A R B PLTE R 8BRS R U A A U8 I, R 25 B AE 1 IRgG 25hw]
CLU R kg (REE AL 1 u g ~2) 100mg it 2y 10 1 g ~2 50mg [ ERIATE 24,
[o196] (7)) A T PriEkn i o I SRS S Pk e A B S 2% g B A A RS I 77 32 A U
FHAH)

[0197] MG iE¥n i 2 LI BRAR S N B AR R G 1 G 72 40 L i, 2 BT IR 40 AL T,
WA KRR R O B, R B yE R AR R B SR a1 465 T IR Ve R 2 1 BR A
S FEAR N T AR B FPUE R R 8 B B e DU R SE A B R R B =
SN PR e A A A BT AR X A AR T R E R A B A ER R AT R, BE AR AT BN R K
Y BRI ARSI o

[0198] RSN ZEMARE, 1] F128 t A58 FLAT B JR 2R B 1A (R SRAS ) I 9680 o 55 68 VAR
PREEARE S, SE R LIk My o AT LA T 3RS 0 40 76 i 8 15 B0 T AT B
58 BA ] 7R g BRI 1R AR 1) T 3 ik S5 8 0 R 1M A S5 AT SR I R B 00 00 B 55 7 1
MAREINTE 5> BRG] J34h, 75 A B8 A A AR R D0 T, W] LA BE BA Bl ZR %
U BRG FRTA TE e 18] RIS 1 A 2 ol SR A B T 5 B VR I AT B A B AT 2 A T
B7 1l 3R A5 6 A= A v 3 R A B 1 BR PR A BT 9 8 ] 5%, (I 1B A TR SR B I B3RS
KA SE A A N BEIDHIR . 4E A W 55, T CAAS 2 1 o i i 0 1l 500491 n 00 K
(aprotinin) PR AN (antipain) . § &5 ABEIIHIZE (pepstatin) <45 /)kZ (leupeptin) .
BGTA. PMSF ( 2% A BB 5 ) « TLCK (LM s R S AL ) 2o XIS RIRIHLAAAE f il — 20
MR 7 AT IR A0 55 , BERE 1R mrie Ko i 1 I BRAR A I R AU

[0199] S FH T &P vE ¥y 4 a3 BRARRE S MR B 4 16 28 W iR 1 E R A R 1 BRI
oz ] DA FH LA B A0 S s A B e k. BT &, T DA A 0 e 2 S AT
(competition method) . IE I EE (Immunometric assay) « By (nephelometry)
o TEIZVE, B AT AR YRS S G AR B A B B PTTE R AR A BRI S e A
fiike, 5T 5 2w T B BTUE R AR B BRI S R A B N, AR S I &5 T A B AR 124 )
155, NI RESS I 8 AL AR P Ve AR B IR & o A IB I A 1) f 2 20 s 7 1)
SE SRR BITE R AR R AR R I, DU R A 5 O A= e R A R R bR
WHIERPRAE 2 B TR S, v DAL KA 11 (= v F A 54 b T Y
€ 4 ) (Tijssen P. ZF HEHL2F AN ) . “Antibodies :A LABORATORY MANUAL” (Ed Harlow
et al., Cold SpringHarbor Laboratory (1988)) ZEsiid4, i [k H &5kt T, B
A 5 2R J BH AR AR A 5 o A I P ASE A B FE BT R A B R AR e BRI TR R R
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U B > PAAS I R o

[0200] St

[0201] DA 28 g 5t ) 6 A e BHEAT 150 B, (ELAS U B JF AN 32 X U STt A5 (R AT AT B G2 . e
LY, 75T IR SEFE B RAS UL B 15, “ PBS "R R “ B IR 2+ £ (Phosphate Buffered
Saline) ”.“TTBS” 7r “M-yi /Tris ZZ M h (Tween—Tris Buffered Saline) ”.“HRP” &
7~ “HR L EALYIEE (HorseradishPeroxidase) 7,

[0202]  SEJfifA) 1 K FE B I BRAR B A TR i &

[0203] (1) B40 JEMFEEEA (FA5 1) BIg ) HliE

[0204] 4 Fmoc—Val # g 342mg ( & & & A 0. 73mmol/g I # 5 ) i & 3 PerkinElmer
Applied Biosystems 2 &) ] [ A433 &Y 8 zh Bk & & HL &, ) H A4 45 Fmoc—Val—0H,
Fmoc—G1ly—OH. Fmoc—Gly—OH. Fmoc-Val—0OH. Fmoc—-Met—0OH. Fmoc—Leu—OH. Fmoc—G1y—0OH,
Fmoc—11e—0H. Fmoc-11e-0H. Fmoc-Ala-0H., Fmoc-G1ly-0OH. Fmoc—Lys (Boc) -0H.
Fmoc—Asn (Trt) —OH. Fmoc—Ser (tBu) —OH. Fmoc—-G1y—-0OH. Fmoc—Val—OH. Fmoc—Asp (OtBu) —OH.
Fmoc—-Glu (0tBu)-0OH. Fmoc—-Ala—-OH. Fmoc-Phe-0OH. Fmoc-Phe—-0H. Fmoc-Val-0H,
Fmoc—Leu—0H. Fmoc-Lys (Boc)—-0H. Fmoc-G1ln(Trt)-0H. Fmoc-His (Trt)-0H.
Fmoc—His (Trt) —OH. Fmoc—Val—OH. Fmoc—Glu (OtBu) —OH. Fmoc—Tyr (tBu) —OH. Fmoc—-G1y—0H.
Fmoc—Ser (tBu) —OH. Fmoc—Asp (0tBu) —OH. Fmoc-His (Trt) —OH. Fmoc—Arg (Pmc) —OH,
Fmoc—Phe—OH.Fmoc—G1lu (0tBu) —OH.Fmoc—Ala—0OH,Fmoc—Asp (0tBu) —OH, 3 LA HBTU (2— (1H- 2K
=M -1 ) -1, 1,3, 3- DY ZENR /SRR 2R ) A Ha & i LA IR Aa &, 49 B0 BE Or 3
B 40 VEMFEER EIMAG 1. 515g.

[0205]  (2) =& LERAbFE

[0206] Y ik (1) 3 EIRMEELRY B 40 Jek L& IR R (1 304mg, [m) LA in N 25
0. 75ml .\ 5 Fr B Bk 0. 5ml = LR 8. 25ml .\ LH¢ —HilF 0. 25m1 FZEARIK 0. 5ml, FHUKVA A 5
Oy B, B AR S AT RN L5 /NI OSSR, NN UKV 30T 1) £ 551 200m1 , i
WRUTUE o B8 1k B4 1 EAS 2 80 N A4, Ve — CIEMEVEVS, R 5 A 35 % I L JIE I
0. 1% =8 LM (£ 200m1) FEATIREUAEH, 153 LL H-Asp-Ala—Glu-Phe-Arg-His—Asp-Ser-
Gly-Tyr-Glu—-Val-His-His—Gln-Lys—-Leu-Val-Phe—-Phe-Ala-Glu—-Asp—Val-Gly—-Ser—Asn-L
ys—Gly-Ala-Ile-Ile-Gly-Leu-Met-Val—-Gly-Gly—Val-Val—-OH £ /RHIFLILK 191mg.

[0207]  (3) JIKFRIHG H)

[0208]  HLIZHIMKIA ARSI & A 35 % ML IER 0. 1% =F LR (40m1) v, R HPLC EATHE
i, Bk HPLC A8 7 78 — 44 iE B 456 0DS (+ )\ gkl ) I RAEAE ( WA 2em K
&4 25¢em) o VRN AEIE IEAE 0. 1% =90 LI A 20 23 Bl LAWK EE M 22% FL 2k T3 42%
KUEATH . KSRV II3RAT 8 R 35mg. %M1 45K F MALDT-TOF Jit & 3 #r okt th o AHXS
FIE A [MHH]+4330. 99, HHELAE (ClouHo5Nss 0565, TH) 4 4330. 89, W4k, KT B 42y tEER
1, R 3 B B VR T A R/ AR AR R B A2 WEMFE ST IR Bachem A &) LK) B 42
TERMFEERE E T RS .

[0200]  (4) VeI LR B BRACE AR 1 &

[0210] % b 3B (3) A oK il 75 2 (%) 10onmol [ B 40 JE ¥y #F & A I A 1. 5ml % & 1)
Eppendorftube {1, [a] A AKX I 500 1 1 [ 4EZKFN 500 1 1 ) Dulbecco BEFRZE MK (-)
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(Nissui A7)l s FCWFRA PBS (), 1 B AR A se Wi A 1% B JEmiEs
H /K VK] Eppendorf tube 22243 Duckrotor (TAITEC 2y ) . rotor :RT50) b, {# H.AF
37°C T LA 35rpm B E R 7 H , W Hl e JERM R A BRIk 400 XF B 42 ekt A (L
W (3) FAEHIRRI B 42 WEMFEE B Bachem 25 ) , # B Bk 7y vk, AR ERE 2 10
ZINEF 5 AT il 2 E R 2 3R A 42,

[0211]  SEJtifh] 2 -G BB S B BLIE A A BRI, S P DA 1 ol &

[0212]  HEAE PBS il £ BITER A R4 42 FSe 1) 96 G 58 A 1) (WAKO A=)l ) 1R
G EWE R WA BT FH 0. 2ml #E474%0% (161 g/0.2ml/ &5 )« &K 2 J&, A
ZIPRATERVER (Sigma-Aldrich A7)H]) FLALRTER & A ERIAR AT Sz 765
WAIE I » BB KRl 46 12 . 1% 2R 1% A 2R (BSA, fraction V ;Sigma-Aldrich
AFEVE]) W (PBS (5) A1) R 2R SRR R, U 6 I Ve R A B (A BRI AH ELTSA ¥
TER R B I BRAAR 1) S B

[0213]  XJREAT 6 ~ 12 Ry Ja S NPE 78 o0 T BN, B 1) TS N 25 T Ve R i e T BK
16 1 g (PBS () 0. 2ml H) LLIEAT oo 70 3 H 5 [ IR 4 i, @ ik A8 28 & — 1 4000
(R i, W 5 00 gt o) 1/2 1/ SR s 40 i (SP2/0-Agl4) AT ARG o 4
G153 4 B3 E A 10% 141175 . 10% BM condimed H-1(Roche Diagnostics 2y
7)) ) A1 HAT (Sigma—Aldrich A=) H1) i GIT B5F73E (WAKO %)) ) o, % AFL 5X 10°
BB AE N /0. Iml 35 R 7 AP 2] 96 FLAR (FALCON A=) He 3 HJEEMR;F+
W, 78 7 H e IR IR, F5 R 2 ~ 3 Ha R Big. AR ELISA VAR 2 FiE )
UL S BRI R AR B, B 7 AR R M PUAR I 48 R (expand) FI| 24 FLAR (IWAKI
AF]) e FER A PR BEEEAT e BRI, B A8 TR LR AL 200 w1 IE R % AT 3] 96 fL
M, 37153 0. 3cell/well, B S ff— K — B 72 - AT 85 9%,

[0214] B¢ A b A5 B 1 7 A2 6 BB 5T I B0 AR 1) 2% A8 98 H3-17-2-2 ( 4% A8 98 haASD1)
H5-3-2-45 ( 244598 haASD2) | H5—24-7, H5—-47-10. HA-3-5-4 35153 IFLIR S BIFR A haASD1 .
haASD2. haASD3. haASD4. haASD5.

[0215] K Z%A59% haASD1 LA FERM BP-10871. 4424474 haASD2 L FERMBP-10872 - 2007 4
CPRL 19 4E)7 A 13 HARIR T B ASMSTAT BEEN = M 3 AR E5 A0 50 Bt & R A AR A 0
(HAREZKIEE > S @HR—TH 1 &M 1 PRE6) .

[0216]  MZYASIR H3-17-2-2., H5—3-2-45. H5-24-7. H5-47-10. H4-3-5-4 KIS IIHLIK I 7
EORE WU R 34T . AN ATIEAEL 1L [ CD Hybridoma %5572 (Invitrogen AWl ) Hkk
78 18, i s @G 7R FiER. AL 0. 45 b m I I8 8, AR B LS 2 A
PBS (=) “P4 T i 2ml f¥] Protein—A BiflEME (Sepharose) ", 2 55 W02006/016644 5 [ 5K
Hat 2 (1) [FIAEHL 2> BORE ) 196 Bk

[0217]  SEjtifs) 3 FrAkmIHEAR

[0218] (1) VEMIFEER BRI A ELISA ¥ ( 5@ Wt A BRI S B M i A )

[0219]  7F 96 FL ELISA #% (Nunc 24 %) MaxiSorp) H¥sAN 50 v 1 [KI7E 1/2 W PBS(-)
kA 1ug/ml WIVEMFEER AERK 42, FR7E AC IR . EEIR A 1% 4 miE [ EH
(BSA, fraction V ;Sigma—-Aldrich A%l ) ¥ (PBS(=) W) 1 /i BLE Dhdst P AERE F %
GEA AL, AR5 KBRS . 3 50 1 1 A 1% 2R 5 AR s (PBS () 1) Rk
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P IE BN AT R B 7% LB, AR AR = R M 1/ BL B, S 0. 05% Tween20 (142
PR PRSP 5 I ARG FIAES NGB 2 L w g/ml I AL B bR I 1058 —HitE (Pide
R 1gG Uik (ROCKLAND A il ), AF HAEZ IR TRV 1 /N FEDRSR 5 KU IS IR 4%
T, A Bt — @ N TR), FH B ARSI 2 OB .

[0220]  SEjiAA] 2 T AA R I LA e BEBTAR ISR A (1) 55 s Tl Lo SEitfsl 2 e s i)
PR DRI B E R i 2 R 7R i () SO

[0221]  (2) SEPIEAHT (SUEMFEE OB, B IEMFEER AL YE. B et A BaR
VERFERT PR ER B B RO PR A )

[0222]  f# FH Blotter (BioRad 2 #) il ) 4 ¥ T ¥ #) 1,1,1,3,3,3, — /N & —2- A B
(Sigma—Aldrich A=)l ) i) B 40 JE¥yfEx F Bk 42 BARE OS] 1 o il 2% ivE B i
IR 40 5042 SH W H B 40 WEM FE S I HI A I A B ET 4R R T 5 10 VE B B AT 1R B
FH sAPP a (Sigma 2~ &) ) 43 5 LLEEAS Bng W EN I Al BR 4T 4 Z 5 (Schleicher&Schuell,
0.21) b, Bz PBS () ¥k, 2AJ5 M Blotter HUT .

[0223] IR ENA FiR S AR 5% I TEFL /0. 05% TTBS £ M 1 /N JiE, i EIRZ 1w
W P vE R A B BRI e MEBTAR (rpASDIL rpASD2. rpASD3) (0. 01 1 g/mL) « /> B 5 S FE Bt
VERFE BT (I ER A PTAR (mASD3) (0. 05 1 g/mL)  FHSZ il 2 343 I PTAK haASD1 (0. 01 1 g/
mL) 7, FEER A AE 4°CF RNV . AR5, BB 0. 05% TTBS Wh¥, A HAE 55 —Ft
K5 0.05 ~ 1 v g/ml (45 6A BRI I AL IR DT fR 1eG 8Pt/ IR 186 SkE DL E
i TgG KMV 1 /o 2RJ5, F 0. 05% TTBS Pk, B AR S VIR 38 —Hifk, ¥ 3| SuperSignal
West-Femto (Pierce A#)#]) HIFHE 5 73580, 25 H Image Analyzer“LAS-1000plus”(Fuji
Photo Film 2yw]Hil ) # AL &G S RIS ETE . V5 FaRBu ik by 1 0t je, i
FH 0.5 g/mL IFT B IEMFESR BIHI4E “6E10” (Senetek AT ) A1 0. 04 n g/mL 4 APP
N- A ik “22C117 (Chemicon %)) ) YE A —Huik (—Hi) .

[0224] HZFURTHE 2.

[0225] &2, AB 1-40 Fl A B 1-42 Z3 il 7 HE B4 L SIETtAA) 1 A ofil 2% e ko i 2 Bk 4 40
B S 100kDa B8 BT B 22 73 FIVE R i d L ER A 42 5 WML 100kDa 88 8 s B
IS sTibril Ron AB 1-40 Hl &0 A B £F4EM0 05 s 548, sAPP a RoR T & ek
iR E (Sigma 2w)H]) B . HEWHL, TTERPL B JEMFEEAPIA“6EL0” 5 5Lt ]
1 il 28 e R FE B R 40 e R BT BT BRAR 42 SR AR VT 4E L sAPP o 2R B8 R AR IR NV
5 ICARXS, S 2 A R S RBEDLIR (haASD1) 5 1E¥FE BRI 40 FOEMAE
IR 42 B & A2 SN, X VE AL TR B 1 sAPP @ S8R R | N

[0226]  (3) fif &8 40 2

[0227]  7F 50mM B RS2 B, 4 10 1 g/ml JERFEER FIER{E (42ASPD) « B JEMFEER A
& (42A8 \40AB) . H1 40AB HI % 1 AB £F 4 (fibril) #& & 2 BIACore3000 (BIAcore 2
H) D) ) OM5 fE RS A F . A% FH A 10mMHEPES, pH7. 4.0. 15M NaCl.3mM EDTA.0. 005 %
Surfactant P20 Mk B 100nM LIRS 2 549 BN ISR, K H 456 B2 25O i
BEEE . PR EE T A R AR R A

[0228]  fAESHE =R ESH AL / GG T

[0220] % 1 Fon/D R B TEETUE LR AERADUA O B T R HUIE AL 8 B BRI 57
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MHARFITEDUAR (6E10) FHXT TR AL 8 U ER IR A 25 20 (Kd)

[0230] & FR B SO BEPUIE M A B BRI S ME BUAR S / BUBR S B e M AE B L BRI BT 1A
[E L HLA 6 ASPD (IR IFISEFIYE (Kd 107 ~ 10°W), IF H B/ bt B ek ke 8L 1 Sk el 41
Yeoi (1 ANEA~ 2 D) et

[0231] [ 3R 1] BRPHUieit dt A ERARHT AR 1 i 5 2L

FEFAE, KD (nMD
ik ,
42ASPD 42AB 40AB fibril
mASD1 0.19 1.2 8.1 1.61
mASD3 0. 036 1.0 2.6 0.35
[0232] :
haASD1 0.49 24 44.6 8.49
haASD2 0. 022 0.97 7.6 0.87
6E10 18.3 17.2 37.3 1.33
[0233] S 4 -HUIERIHE B T ERADUR NPT P AL (RO ) I E

[0234]

(1) PUERHFE S AV ERADUARRITUR S8 S (RAL)

[0235] & T #fiE PLUE AT S VBRI IR A, 18I AN N R FFAR RRIR 5 MR FEEHIAK IR
2 R B VERFE B AR R B B4 P A, A5 BIBIR 38 ML S TE MR EE ) B 5 AR
(9358 2 P AU K (LS A6 AS SE R A B 2 A A B, N Rl FF 468 49 A B 1-51 A B 2-6.
AB3-T....... AB38-42), ¥ AB Eid HPLC X5 H e b, SR i B — 8 mh AT VA5 T,
TRAFLE —20°C N H 2T
[0236] 4 FIRE AB ¥ T4 0 KEIK 0. 5XPBS (-) 1, #il4% A B — PLAVR SV, LT %
AB EHKEHIA TeG ()45 PLie # AE & FIBRARHLAA I bL LU R ELTE 2 100 ~ 100 J7 . #4%
A B — W BV INE SE 1 3 (1) il & ITE R R 2 BRI 40 [BARMR Y, 78 4°C R RG 4
1 0.01% Tween 20-PBS (-) ¥WRPERRIG, IMIARRER 1 J1 /02 1 N4 GA SRR 5
Zhitk (ZEEHURN BT RBUE . B E SRR AU RPUABELE ok ), IR 1/
I K 0. 01% Tween 20-PBS (=) ¥ PESS, {1 TMB Substrate Kit (PIERCE 2 w] i)
AT B, 7ok S5, FREFRIX (Benchmark ;BioRad 23]l ) W5 450nm Ab I i , 15
BGER
[0237] %4 o T 3. BT 41, haASD2 M HAR 82E1 (IBL 2w (R4t
PRI ) H) 23] B JERFEE RS AR N R R (A B 1-5) KR B 1) 55 4+ 1)
#illo F3—7J71H, haASD1 Fl haASD3 ¥AZIEMFE SR B 5 BRIEH /0P 4IIk (R AB TR
A LedE mr BIAERT FHUAR LU R EL TR o 100 A5 ) WS4 3iidil. Zei R B an, SUED
SNHUA FTR BI R A AN [, A BH 3P TE R B A BRI S P BT A U3 ASPD A7 A &
FARE S e R AL LAk
[0238]  SEJtiffl] 5 - JER R AR (IBR R 140 M 25 1 10 A RS T R PP A
[0239] (1) R ogBEHUIER A S BRSO SR A 8 L BRI B P 1 b
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[0240] S FH S5 2 45 30 25 B 5 BE DT WA B BRI AR VP Y 0 B B 1 K 1A
BRI P AGETE . VR VRAN 72, A8 K R B JRAR R SR e e gl MR IFAT o g B Y B AR,
FEIA F 5 W02006/016644 1S4 5 Hric 8 1 AT S8R 11 DOAH R H R T 4, (ERE %
EREIEH 10X 10°cel Is/cm’® HAT#FP . e B VR 2 B SIEA9) 1 it gk 7 v
H 1S BIE M FE R A ERIR 42, Ho, SE &R U0R

[0241]  JEMAFEER AR 42 FIRAZ :1. 25 M

[0242]  Z & TUEM LS FIBRARITINA] 245 /N

[0243]  40Md : K E MLt

[0244]  J] PT YLt gk 47460

[0245]  H v [EDLUE ML B I BRAABTAR haASD2 BRI 71 5 SR AR5 75 o0 22 4 i rp s e
RS FER AR AT RSO . WK 4 Fi7n, haASD2 SHER FEER AR ML f 1
R (5~ 501 g/ml) AR - ATVEPE o

[0246]  SZjfs] 6 XUEMFERT AR A 1 O P

[0247] (1) Western HIiZF

[0248]  DIAE APB0) R Pk i R0 (10 A5 20 20 42 P i P It 8 18 A Y APP (hAPP) ] Tg2576 /)s
L (Science 1996 Oct 4 ;274(5284) :99-102) WIHEE ) AFES, 34T Western ERIE, ¥
I ASPD FiAAF 6E10 (M. BRI S, I NuPAGE LDS Sample buffer &3 Tg2576 /)s
(5 AN HI ) B B BRI Ty 1 TBS (Tris 22y 3h ) ATy R4y, 540 50 1 g IARE S
Jii T NuPAGENovex Bis-Tris Gel (4-12% ) W1, ZEATHL¥K (200V) o 2R )5, F£ED (30V, 60 43
B RUREIRET AE R b, L N 5 A 5% i IEFL (skim milk) B TTBS (& 0. 05%
Tween 20 [ TBS) £ (=T 2 /0 ) o B3, 5HMFEEMBER &Pk (1w g/ml) &
N (4°C TR ), Yk, H HRP— FRIC R Z8 Pt AR SEATH (SuperFemto) .

[0249] £ 5L, 7F Tg2576 /MR AL S, 6E10 5 A B FRARFThAPP N (1 5 43l id fE
AB FARLAPP {7 ) A W02006,/016644 0851/ il ASPD #5a BEHTA (mASD1. mASD2. mASD3)
A5 AB AR, (HE hAPP MY (& 6 TPk iy ) o 5 —J7 1, A& B G Bl ASPD H
SLEBUAAS RIRANTE 6E10 FI/N BT R] DLEA A B SR hAPP (RN (B 7)o
[0250]  (2) %4+ ELISA

[0251]  TE[&EAHAL T ASPD 1) ELTSA #i b, BE4T R % ASPD HLAAFI 6E10 (1554 ELISA. ¥
SEAE AR, A - BiR S ASPD B sAPP a (Sigma) MY (=30 1NN B HLas g
ASPD [ AHALAR (F 1% BSA BE4T T HH ) . B34, ARSI NN 1 /N, PR 5, H HRP
PRI BT AR TR o

[0252] ARk 1 Fion, 6E10 FIT W02006,/016644 1 (1) /)8 Bl ASPD 5 50 B B AR AN X}
ASPD (IC;, = 2.1 ~ 13nM) 1M HXF sAPP a SR RN (IC, = 9.6 ~ 33.8nM) o 53— i,
G PR KT ASPD B 7R R N (IC, = 3.2 ~ 6. 4nM) , {HX] sAPP a AN 5575 BH & (1) Js 3 ik
(ICs = 100nM) o« M EL E&5 AT, AR B P72 ST LBk AR R AR e 1t OB AN
5 APP KA B R N, R REAS s R BIIAE R /D 22 4k B R A (R 2 o

[0253] [ 3k 2]
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ik IS ELISA./ICs0(nM)
ASPD sAPP a

1 mASD1 2.1 9.6
mASD2 13.0 33.8
mASD3 2.7 18.9
[0254] haASD1 40 >100
haASD2 45 >100
haASD3 6.4 >100
haASD4 4.4 >100
haASD5 3.2 >100
6E10 3.7 16.1

[0255]  SEjtifhl] 7 A MR Rr 7 1 R

[0256]  PPONHLAARS IEH AR S N

[0257]  {EAsi F 7/ BT Seie e oy, TR [ i N AR LRV R V) v ), 4850 55 DAKO 22
) Envision WF & H ) Peroxidase blocking Wi RN b5 7+4h. HAFH 554 0. 5% K%
A% MEAEAL 5% 5 I 2EMTE 2% 5 A RBEERE A Ing/mL FASCHE A f
BREE 8 B PSRN 20 43 Bha, Us I & 1% 28 96 B 8 ) PBS ke 2 8X
10mg/mL R FE I HLAA, A AR S0 N RN 1 /NI A§H5 DAKO 24 ] Envision 5 &
Peroxidase labeled polymer XMV 30 738 )5, %% I DAKO 23 7] Envision iR 71 & H ) DAB %
WAL Y 8 73 8h e 7 IR A B IRE WG, fE 2 T — P URHT A PBS YRl bRA . S e
G, B RAKBEERA, H IR ARG 31T 5%

[0258]  7EA% G BRPTIARRI e e tarh, 78 35°C R ) 45 75 i [ 52 BV R s I e 25 0
SALBE (2U/mL) / HTAHE (LomM) FHEE AL (ImM) 1 /NI, {3 U5t i S A i 2R v . L
= E ST IE T B A 15 738 i AR RS TR AE SR N B 15 e, AR E T S
TH 0. 5% B M1 % R ILIE A M 1. 5% 1B M5 5 % AR ReBRE AL Img/mL #4004
PEN o e Bk 1 E 1 5 PR VRTE 2530 T RO, 20 438 NI A 1 % 4R TG B ER E )
PBS Mkt 22 2 8 10mg/mL K& BPTiA, AT HAEZIE T ROV L/, SRR Es A &= s id L=
PO JE WA B, TG (HL) Prifs, AR 2 T ROV 30 438, dE—B{FH 5 ABC Elite iR
F Y 30 738, H 55 DAB ¥ IRAE IR T MY 4 73%8h,

[0250] K E T /)N BRABT ASPD HUAATIG B BT ASPD HLAAAsE Al 7R v BR R K v R U]
A AT I G A ) G (0, BV S 7 A8 R 2R R Mg B0 B8 T K I A7 A U X S8 BT A4
Y

[0260] X IEH N /DN B BE A1 A e L0 I I B I AT R, &5 SRR 2 /D B PTTE
P B 1 IR TS0 I 7 P R PR B PR B L T AL ) 8 0 R o 22 40 A% - T
WIS WUBSCET 4E 40 i BG40 i s Kup £ fer 40 f S5 Gy 4

[0261] G B HLveFo A B BRARHUAR IR — 3070 BLARASE B s LALC UL i e (1, (L 5/ Bt
AR L, X TE 5 ANARLZR I i S 85059« haASD1 Fl haASD2 JLF AN IF 3 AARZH 2R e €5, 4
il & haASD2, 75 %% 1EH AR SR WL I . 25 o Tl 8 Flik 3,

[0262] [ 3K 3] AAARZHZZL P A () 50 5% P s W 19 bt

[0263]
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mASD1 mASD3 haASD1 haASD2
Bu] SR 7% I8 BRI +++ +++ ++ +++
(ZFR LT AT
/N + + + —
(purkin je 4 . i T4 i )
;DEE + - i —
B : " - -
FAE o+ ¥ - -

++
SEMEZ (SRR B th [R) 4 ) + - -
EE ++ ++ + -
& ++ - - +
(W MEANES) ( Fikes AR )

[0264] M ULL &5 SRR 50, 5 DA OB/ BB ve B BT ve R i d VR AR BT AH b, Ak B
16 B 5T B B Ve R B BRI MO X N IE 2 2R A2 I N PR AT PR B0 R 9% g TR s i
(IR S EPUR . FH AT DAV AR, DL e )BT AR 1 Rs 5 M A 0k 0016 77 F DU BE 98 A AN
2 M) R 2% LA R AL 2R R FH /N BRI R 2R O BRI VR T 2 o

[0265]  SEjfsl] 8 <) FH 4o 5 v T~ RAHUBE WS 1) HT AR e ok A 56

[0266]  FEAFREEFIIALE A, 48 ASPD BRA 4R B MR A4 645 101 g/ml FI6
PR haASD1 o RV AE 1. 5ml 45 BRI Z58E W) Formvar Mi#% EBHEHT. 25,5
67 onm SR IRRIEE —HUIRE—0 N, 75 B IR AT g e, AT H T BB B
[0267] Gl 9 fior, & WP SRR G 178 RNV, TS TEm It E QERIE L5 .
[0268]  SZjifif5l] 9 : IEALLUL A HT

[0269] 4 [H 10 LR /R RUFERIG A (AERY A4 80. 449, 2 & Ik 84 964 +82g. & i1
[F) 24 10. 1£5. 54 ) SRIFE KN 7 ZAE AN g BEMA (FFRe o 71,3116, 28 (I E &N
1226 +96g) SKJE K coptiumum cutting temperaturecompound 38 [K1¥4 14 I ¥R D) Y
A A 3 AR R B AR E i 10 wom ST R, 42 BERILE I 7 iR AT S e A2 7 Ao
VR PR SE R A 2 BRI oA, A3 /) B S B A4 mASD3 L 6 Bl 53 5 B T A4 haASD1 A
Z LUK rpASD2. FAh, FE BT B TEMFEER PUA, (EHRA B WEMEEA (AB 1-42)
(1) C KB & Hdt B e LS FIPUfR“ IBL18582” (IBL A w] il ) AR A B 8-17 [H i
L B JEMFEER B g FEPLIR “6F/3D” (DAKO 22 w] il ) o

[o270] o4 5, TR 50 VE B B 2R M BR 4K 19 4 S BT A& (rpASDL. rpASD2. rpASD3. mASD3.
haASD1) A B 7K % it BRI o v4 12k U R B T80 52 0 S B2 5 g B i B (22 4F BRE L 5
BrHEER) BERO, HLER EREEORERESWYIRA (in situ) /276 T 5
ey o Tk, KPR T haASDL b, Jo i Johiisl h b 2 B3 AP e b 2, 4 /K L5 bR il e A
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WU R BE B AR e e, 3 A1, A6 [RS8 10 1E 6 B R B A S B e LA 1 465 ) AR 4
Yo, F—J7m, 1A B ISR T (AB 1-42) 1 C RSPl 8 WM E AP
“IBL18582” I A B 8-17 T ERIPL B Tk FEER A R s HUIA “6F /3D 1E A T I
Aab P B P I Ak B PR BRT JR 2% e B 1 1 VA R VD R B S DL R L AME B gLt NEL B
g S mT AN, PUSE R BE B A ER R I e AR = M R O G R A B R R g5 A, SRR A2
haASD1, Ho& B A o U ST AR SE M ik iz gt RS ESLif] 8 (A H i f 1 s
WS AR 5 PR IR 36 0, VR AR S VBRI B AN S ST YRR ) 4 A R I N S T -5 JE R
HARKLGEHER 5

[0271] S 10 « NIRALPTIRIIZRIG S LA Hr

[0272] (1) AJRALHUIARIZREAS

[0273] 1 [T} QIAGEN #] RNeasy mini kit (Cat.No.74106) , M S5 2 #0133 (7= 4 6
B, B 7 R 04 1 22 AT 98 haASD2 3875 RNA.  LLi% RNA g B4R, 1 Fl GE Life Sciences i
Ist strand cDNA synthesis kit (Cat.No.27-9261-01), 4% cDNA, & AR5 n] 4R X, fi
5|4 haVK1 F1 haCK PA M Finnzymes ) Phusion High-Fidelity PCR Master Mix(Cat.
No. F-531S) Xt cDNA #EAT 973, 37 2 5 Invitrogen ] Zero Blunt TOPO PCR Cloning
Kit (Cat. No. 450245) [fJ pCR-Blunt II-TOPO #fAi%EHE. X T EAERAZ X, 18 FH 514 haVHE
F1MHCG3 LL & Clontech ] AdvantageR-HF 2 PCR Kit (Cat. No. 639123) X cDNA HEATH 14,
¥ 2 5 Invitrogen ] TOPO-TA cloning kit (Cat. No. 450641) ] pCR2. 1-TOPO #% {4 %
B HENSAKIGIT B IEKSZ 40 Invitrogen ) TOP10 (Cat. No. 404003) J& , Z4E GATC
Biotech 2 F) X HA H PR AN A DNA (VH : 2 730bp VL £ 850bp) ) 5 [ HE4T B3 e 41
438> AT 22 DNA J7471) 6

[0274] [ 3% 4] H T oafEG i VL 1 PCR 514

[0275]

arr | s (67—~ 37)

haVK1 |  ATGGCTTGGACTCCTGGC ( J¥415 19)

haCK GTCTTCACCCCATCATTGATAG ( J¥ 415 20)

[0276] [ 3% 5] HFrofEE M VH I PCR 514
[0277]

ark |¥sl (67— 37)

haVHT |[ATGGGGTTGGGGCTGCACTGGG ( J#41 5 21)

MHCG3 [CAAGGGATAGACAGATGGGGC ( J¥41 5 22)

[0278] 4% M Kabat 55 (1) 77 A € G BUBTAR I AR BE A ERE AT A2 X P iR BAR g X (CDRs)
( “Sequences of Proteins of Immunological Interest”, Kabat, E., etal., US
Department of Health and Human Services, (1983)), 74 H AR LR 2912618 5 A
HF0E Y Winter fOJ79%, B 6 B BT haASD2 Ntk . Hgh 8L, 153 2 B AJEALPUIA, 20 51
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o Hidiw 44 4 RHA/RLA ( DL B 40K HFR 24 huASD2) F1 RHB/RLB.

[0279] i % 5 N T A V5 4k Pt K huASD2 ) B BE cDNA 1) % & J R, B Ho a2 8
ASD2RHApG1D200. F4h, il & A T AJEALHLIE RHA/RLA FFEHE cDNA 3R 1K Bok, 4 Ho i
4 35 ASD2RLAPLN100. ASD2RHApG1D200 ¥4 W 4 5 &y FERM ABP-11040 ( 45K 4% 5 :FERM
BP-11040) + ASD2RLAPLN100 [14% U4k = & FERM ABP-11041 ({75 4% 5 :FERMBP-11041) , —
HCF 2008 4 10 17 HARIR T HAMASZIAT BUE AP W H AR EE AT BRI A A5
O (HAEZKRME> C@HR—TH 1 &1 P2 6 (E{EES 305-8566)) .

[0280]  AVEALHTLAA huASD2 7] LLIE it ASD2RHAPG1D200 Fil ASD2RLAPLN100 4% Y25 /341
Iz 4n e (4 CHO. NSO HEK293, COS %% ) Ffff v Rikmsg 2. 1E5— Mo+, AR H
{#H T Invitrogen ] FREESTYLE MAX 293 EXP SYSTEM (Cat. No.K9000-10) 1) HEK293 fi)li7
[0281]  JEAIRIFHS 4 F1 5 LU 10 Rox AJEAPTAR huASD2 [ EE4% W] 42 [X ) DNA Al
REERTH . B 10 FoRH T CDR1.2.3 & HINALE .

[0282]  JFAIKINTH)S 6 F1 7 DL 11 FRom ANYEALHLA huASD2 [ 4255 W] 4% [X 1) DNA F
AR, B 11 R T CDR1L2.3 & AN E

[0283]  A¥fbHifA RHB/RLB 5 ALtk huASD2 [FIAFE, i LAUT R 15 3 il 4 73 il K1k
AR 1) TURL, W S AL LB S 40 i, SR JE AT 2 Rk TS 2.

[0284]  JFAIRIEH)S 8 FIE 12 Fom NJEALHL /K RHB/RLB [ 8 54 1 45 X [ & 3L/ 741«
K 12 Fr7xH T CDR1.2.3 % B I &

[0285]  JSAIRIEH)S 9 FIE 13 FKom ANJRALHL 7K RHB/RLB 4255 1] 45 X [ & 3/ 541 .
K 13 7R T CDR1.2.3 % A A7 & .

[0286]  ih4h, JE it Bl A PEAL PR huASD2 W] A4S 2] A Y ALHif& RHC/RLC, AJEALHLIE
RHC/RLC HEHE A 42 X [ 2 25 1 7741 5 AR BT huASD2 B B m] 42 X AH A » A JRAL LA
RHC/RLC R HE M AL X (K 28 LR T /) A R W 415 10 FE] 14 ok

[0287]  (2) AJRALBHUIARR 7

[0288] % AYSALFLIA huASD2. RHB/RLB Fil RHC/RLC [ B HE W] 4% X FlH2 55 0] A7 X S Ll T
FIHEAT EEB R R A B 156 B A, B A AL PR huASD2 () EE % m] A X 7 471) K by ASD2RHA L ¥ %
B[ AZ X P A0 4 ASD2RLA R N U4 B4 RHB/RLB [ 85 8E 1] 4Z X J3 1) ic & ASD2RHB. 4 %
HEW]AZ X 41030 A ASD2RLB. BA S# N AL BT A& RHC/RLC [ 4255 ] 22 X 74711 &y ASD2RLC.,
HH T AYEALPTAR RHC/RLC [ E BE R A2 X [ 2 FE R 741 5 NI4T AR huASD2 [ BB n] AZ [X
RIS (15 (1) ASD2RHA) AH[E, K AR 15 g T .

[0289] 15 H, Tl AJEAL PR huASD2 [ B BE P AR X A (1 2 IR 4 5 2 49 7 (G) V38
81 iz (L) FHEE 100 £ (T) 43 7 #e /i AV R, %l i A Js 46T 74 RHB/RLB EAET] A [X
Tk, I NIEA PR huASD2 R BE AT AR X Fh (2 25 R % 5 56 48 A1 (V) 58 49 A7 (L) .
%5147 (K) A 7447 (A) FIES 79 £7 (6) 204l Fy Fy By T FTA, BRI BRI BLAR
RHB/RLB [ 42 5E R AZ[X

[0290]  7EK 15 Fron 2 R BRI EE P, A T B AUEAL PR huASD2 [ EFE R AR X (ASD2RHA)
M HER]AZ X (ASD2RLA) [] CDRs LA 41, 4 Bl H A LR 55 2912618 5 A4k A1 id 2K
Winter [ /73, B it Medical ResearchCouncil 22 5] ( L RH#R A MRCT) 1) 43 #f 4 by ELAF
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gE FOR B, I AT T B, BEE A R A/ 2E huASD2 IR . B AT
=, B ANJEALPUAA huASD2 56 BT haASD2 H, 44748 ThRE L 1K 2 S, Al LI £ I8 i
EATH B — AN B B LA B 5 AR B RIS 196 R P 7R haAsD2 #1741 ([R5
) RPN EESR . TER— T, AT A2 T4 REB/RLB (7415 8 F1 9. K 15
ASD2RHB F1 ASD2RLB) o Avick, M AUEALI H 5 BIBFRACAT B R AL ik (heterologous
leadantibody) FJA G 3 JRPE AT A HE R, 36 B T i () S 2 B 0 A R Pk (0381 ,
FEBA B O G SRR IR S R AR, A L B S

[0201] 55— 5 THI, 246 H F 15 1T huASD2 [ m] A8 X AE 4L (1) A $i 14 AB021517 (GenBank 4% 5 )
F1AJ241418 (GenBank Zw*5 ) [1¥/7 4043 B S RIEIE R AP 5 (% V REBL. T BERL ) AT LLAS
i, BT AR (JPH)S 6 F1T) MBSRAE . HSAR R AEDUIAR TP IR RS 5 M Rl 2 A mT L i)
AR, FLR A IR NI 1S S i S S B vh o DAL, A5 A% 1 s AN ), TR e B
o JAME, XA K I T 584 AR Humira o (R FIORFA M G G0 028 SR 1k () — N AL 22

[0202] 1 by ik L & 2B 1) T BE, 5 PR R AE R S8R 1) 2 SE IR R A6 M) 52 ok N\ 3 1 2 ERT 41
JE5) o HAKIE , 26 0] 20T O BT AR (1005 m fR 3 R Y, o huASD2 F2EmT A8 X (& 15 19
ASD2RLA) [ RAZ 2 FEIR R TE 3 4> (JPA'S 7 IMEIEER S 2 £ (S) V38 8 £ (S) F%E 51 47
(K)) A 1AL E DK 2 A E B AL E 2 o8 2% A ISR ZL7 5B AA F R (74
=10, & 15 f1 ASD2RLC) .

[0203]  Sjitafsl] 11 : AJSALHUARIG PR 287

[0204] (1) fif & H 450 2

[0205]  §% F 5 St 5] 3(3) [A) FE (1) L7, K 42ASPDL40A B (A B H4Kk ) FlHh 42A B 4%
K1 AB £F4E (42fibril) R&F CM5 A& K2 A b, W XF 6 B P K haAsSD2. A VB AL $T 14
huASD2 FIHT A B Hifk 3D6 (US20030165496A1) % ik & A RN B % 5. FL A B itk 3D6
F L1877 v 4% 5 US20030165496A1 HiC 8 1/ R PTAKERBE T AZ X 3d6v]. aa AL EHE
A[AR X 3d6vh. aa XN [RGB IE A, 55 % BRI M R, 200 5 En /s RPUR KRR 2
DX I B 1 X4, il B 1gG2b/ x4 Fo

[0296]  H:4E B8 T2 6. APEALFIIA huASD2 S7R %t ASPD (R (K SEAYE (Kd1. 8X 107'M) ,
BHSEFMS B jEl RS B AAH L B4 580 15 SIE M R A gAML =2 6. 4 /5. 5
—J5TH, BT AB HLik 3D6 X ASPD HISERITE S B JEMFEER (A SR RAT LL B 4 34 15 SiE R AE
HEALTYEAHEL 2 2. 0 f5 e R R, IR AT BN AJRAL P& huASD2 LA KN A B $T
14 3D6 X ASPD [ R Mo B, A% B I N YRAL BTk huASD2 H 5% i 1 TR ) A B 40
(R 255, DRI RT S5 o /) 0L P ot ) PR P D o

[0207] [ 3% 6] & FhhiiRmfd =4

N FEFE, Kd (nM)

2L 42A5PD 40AB 42Fibril
[0298] haASD2 0. 0989 13.2 0.187

huASD2 0. 180 105 1.16

3D6 0.115 3.93 0.231

[0299]  (2) AJEAL$iik huASD2 WIHi R sk e 5ihr (/A7) HIHhE
[0300] i FH 5 S5t 4 [RIFER 7, W5 AJRAL BUAR huASD2 54~ A B 5 7R FEIR G . A
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A FRTEN, NISALDUA huASD2 56 LA haASD2 [FIFEMIAZ 2 B e FEEE H SRR I
N AR (A B 1-5) AR 32 P

[0301]  SZjfEffl] 12 : NJEALPTIR RHA/RLA (¥ 40 M 25 M 6 -p RS T PP A

[0302]  MIEHR 17 HESHIKE (SD.HA Charles River) FHUH i B, 48 5 AL A 4 tH
M. 5 W02006/016644 [ S 5 110 2% [FIFEH 6 4 5 R ARKE FR e e 4 e . B AR T
5 iy AP 40 i P AP 22 40 i 1 7R (SUMILON) #5595 (37°C.5% C€0,)5 Ko %I T ASPD, i
A% B8 A 50757 (Proc. Natl. Acad. Sci. USA, 100,6370-6375 (2003)) 73 3| f#) ASPD. ¥4 HLFR
“k DE-ASPD. 4 DE-ASPD (0. 35 1 M) 5 haASD2 B huASD2 (7. 5.25 F1 75 1 g/ml) —E7EE i
THEE 2 WA, AR SRR L BB N RIS IR D, BE IR 24 FN 45 AN AR X AR A S B
K PBS (=) » HiJi5, M3t celldeath ELISA (Rosch) FUREALALIE (PT) Geb, ¥4 22 41 fu b6
T,

[0303] AT IR B SR cell death ELISA ¥EHY haASD2 F11 huASD2 %} DF-ASPD
S AT TP RS 2 R Os T 16, Bl 16 1, F12 S5 A{ DF-ASPD X .
W LR i DF-ASPD, 0D (405-492nm) {E 350, #AAFER TS (DF-ASPD (0. 35 1 M) \PBS (=)
[RIFE) o SULAEAT, & BB haASD2 1) NS AL HLAA huASD2 i I 4H 2 7~ OD {H 2 2% i B AIK
(DF-ASPD (0. 35 1 M) \huASD2 (7. 5.25 F1 75) (4T ) « B DE-ASPD 5 5 (140 42 40 o S0 T (1) 0 1l
[0304] 55, K im A8 A PT HL R 0 40 MO A TR VP4 haASD2 FIThuASD2 Hifk (25 1 g/ml)
X DF-ASPD 25 (140 22 40 M A0 T 16y b RS P i 4 SRR 1 170 i M 0T RS a8 el ) =
ALEF I PT B R4 Mook EAT . 51 16 [FIFE, F12 5 ANE DF-ASPD X, PBS () I ANE
FUARRI A I . T DF-ASPD (0. 35 1w M), PT [SH 1t 440 fifu, &8 2 b 185, 5 A AE 72 40 B ZE T 1K)
755 (DF-ASPD (0. 35 1 M) \PBS (=) [1J4E) o HUILAHXT, haASD2 FT huASD2 & ~*} PT PHPE4H A
) 225 A HIVE A, B DF-ASPD 355 I 40 B 2b - BT 3 S0 ph 20 4 A0 T ()P0 il 2 o
[0305] A BH P MAH SE R0 FE BT A R 1 00 S B MEAEG  ELRE B B I BRI s I 2 L o)
B UWEMFEE AL YE B ek O AR A IR N R, I HA e R A B B IR AR
FRZ A MO PE T (19155 3 (I Tk o VERAE R TR R H 1 LA BT /R SR i B F8 3 T i P A7 E T B
VERTAEER A A SR R B 5 S A BsE T, R L3RS (1) B MIve M ke & A Bk A
RS P PTAR . BE (2) B IHITE R R BT L BRAAOG b 28 41 JRAE T 105 5 198 T IR B Ak,
W BE % FHAE R 7R % g B K1 VR T BB PR 250 oo dh, BT (3) A AE 2 1 BRAR IV e
NPEECRT B Ve AR R B AR SR Bk B Ve R A B AT A B S N Ry BB, D AT R A T
B IR e BRI A AR RS IN o AR BH YT R T R R A R i 1 1 e IS PR T o) A P
S, BRI UAE L0 BT e ¥ 8 S LV ERAR DA LL, BEAE s A 22 4 1tk B i 1R R 7R K i
BRI YR TT 25
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5%
<110> =z iEpR et
<110> Mk =z 2Rt
<120> P R H
{130>A81495A
<160>22
<210>1
<211>40
<212>PRT
<{213>Human
<400>1
Asp Ala Glu Phe Arg His Asp Ser Gly Tyr Glu Val His His Gln Lys
1 5 10 15
Leu Val Phe Phe Ala Glu Asp Val Gly Ser Asn Lys Gly Ala Ile Ile
20 25 30

Gly Leu Met Val Gly Gly Val Val

35 40

<210>2
<211>42
<212>PRT
<{213>Human
<400>2
Asp Ala Glu Phe Arg His Asp Ser Gly Tyr Glu Val His His Gln Lys
1 5 10 15
Leu Val Phe Phe Ala Glu Asp Val Gly Ser Asn Lys Gly Ala Ile Ile
20 25 30
Gly Leu Met Val Gly Gly Val Val Ile Ala
35 40

<210>3

<211>43

<212>PRT

<{213>Human

<400>3

Asp Ala Glu Phe Arg His Asp Ser Gly Tyr Glu Val His His Gln Lys
1 5 10 15

Leu Val Phe Phe Ala Glu Asp Val Gly Ser Asn Lys Gly Ala Ile Ile
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20 25
Gly Leu Met Val Gly Gly Val Val Ile Ala
35 40

<210>4

<211>360

<212>DNA

<213>Artificial Sequence
220>

<223>Description of Artificial Sequence
220>

<221>CDS

<222>(1).. (360)

223>

<400>4

Thr

30

:humanized antibody

gaa gtg cag ctg gtc gag tct gge gge gga ctec gtg aag cct gge

Glu Val Gln Leu Val Glu Ser Gly Gly Gly
1 5) 10
tcc ctg cgg ctg tece tge gee gee tee gge
Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly
20 25
ttc atg tcc tgg gtg cgg cag get cct gge
Phe Met Ser Trp Val Arg Gln Ala Pro Gly
35 40

Leu Val

ttt acc
Phe Thr

aag ggc
Lys Gly

Lys

ttc
Phe

Pro Gly
15
tce gac
Ser Asp
30

g8C
Gly

tac

Tyr

ctg gaa tgg gtc

Leu
45

Glu Trp

Val

ggg ggg atc gag atc aag tcc tacttc tac gcc acc tac tac ttc ggc
Gly Gly Ile Glu Ile Lys Ser Tyr Phe Tyr Ala Thr Tyr Tyr Phe Gly

50 5b
tcc gtg aag gge cgg ttc acc atc tce cgg
Ser Val Lys Gly Arg Phe Thr Ile Ser Arg
65 70
ctg tac ctg cag atg aac tcc ctg aaa acc
Leu Tyr Leu Gln Met Asn Ser Leu Lys Thr
85 90
tac tgc acc acc aac cgg gaa gtg ggg ggc
Tyr Cys Thr Thr Asn Arg Glu Val Gly Gly
100 105
ggc acc ctg gtg acc gtg tce tece
Gly Thr Leu Val Thr Val Ser Ser
115 120

35

60
gac gac
Asp Asp
75
gag gac
Glu Asp

ctg gac
Leu Asp

tce

Ser

acc

Thr

aac

Asn

aag aac

Lys Asn

gce gtg
Ala Val

95
tgg ggc
Trp Gly
110

acc
Thr
80

tac

Tyr

cag
Gln

48

96

144

192

240

288

336

360
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<210>5
<211>120
<212>PRT

{213>Artificial Sequence

<220>

<223>Description of

<400>5

Glu Val Gln Leu

1

Ser Leu

Phe Met

Gly Gly
50

Ser Val

65

Leu Tyr

Tyr Cys

Gly Thr

<210>6

<211>351
<212>DNA

Arg

Ser

35

Ile

Lys

Leu

Thr

Leu
115

Leu
20
Trp

Glu

Gly

Gln

Thr

100
Val

Val
5

Ser

Val

Ile

Arg

Met

85

Asn

Thr

Artificial Sequence :humanized antibody

Glu Ser
Cys Ala
Arg Gln
Lys Ser
55
Phe Thr
70
Asn Ser

Arg Glu

Val Ser

<213>Artificial Sequence

<220>

Gly

Ala

Ala

40

Tyr

Tle

Leu

Val

Ser
120

Gly
Ser

25
Pro
Phe
Ser

Lys

Gly
105

Gly
10

Gly
Gly
Tyr

Arg

Thr
90
Gly

Leu Val
Phe Thr
Lys Gly
Ala Thr

60
Asp Asp
75

Glu Asp

Leu Asp

Lys

Phe

Leu

45

Tyr

Ser

Thr

Asn

Pro

Ser

30

Glu

Tyr

Lys

Ala

Trp
110

Gly
15
Asp

Trp

Phe

Asn

Val

95
Gly

<223>Description of Artificial Sequence ;humanized antibody

<220
<221>CDS

<222>(1).. (351)

223>
<400>6

Gly
Tyr
Val
Gly
Thr
80

Tyr

Gln

cag tcc gtg ctg acc cag cct tce tee ctg tee gee tee cect gge gee
Gln Ser Val Leu Thr Gln Pro Ser Ser Leu Ser Ala Ser Pro Gly Ala

1

5

36

10

15

48



CN 101878301 A

F 5l

R

4/11 1

tce gecce
Ser Ala

aag aac

Lys Asn

ctg ctg

Leu Leu
50

cct tce

Pro Ser

65

ctg ctg

Leu Leu

tce atce
Ser Ile

aca gtc
Thr Val

<210>7

tcec ctg

Ser Leu

20

atc tac

Ile Tyr
35

aag tac

Lys Tyr

cgg tte
Arg Phe

atc tct
Ile Ser

cac gag
His Glu
100

acc
Thr

tgg
Trp

tece

Ser

tece

Ser

gega
Gly

85
tce

Ser

ctg gge cgg

Leu Gly
115

<211>117
<212>PRT
<213>Artificial Sequence

<220>

Arg

tgc acc
Cys Thr

tat cag
Tyr Gln

tce tac
Ser Tyr
5h

ggc tcc
Gly Ser
70

ctg cag
Leu Gln

aac gcc
Asn Ala

ctg cgg

Leu Arg

25

cag aag

Gln Lys
40

tce aac

Ser Asn

aag gac

Lys Asp

age gag
Ser Glu

tac gtg
Tyr Val
105

tce

Ser

cct

Pro

aag

Lys

gce

Ala

gac
Asp

90
ttt
Phe

<223>Description of Artificial Sequence

<400>7

Gln Ser
1

Ser Ala

Lys Asn

Leu Leu

50
Pro Ser
65

Val Leu

Ser Leu
20

Ile Tyr

35

Lys Tyr

Arg Phe

Thr
5

Thr
Trp

Ser

Ser

Gln Pro
Cys Thr
Tyr Gln
Ser Tyr

55

Gly Ser
70

Ser Ser

Leu Arg

25

Gln Lys
40

Ser Asn

Lys Asp

37

Leu
10

Ser
Pro

Lys

Ala

ggc atc
Gly Ile

gge tcc
Gly Ser

cag ctg
Gln Leu
60

age gec
Ser Ala
75

gag gccC
Glu Ala

g8C g8cC
Gly Gly

Ser Ala
Gly Ile
Gly Ser
Gln Leu

60

Ser Ala
75

tce

Ser

cct
Pro

45
gg8a
Gly

aac

Asn

gac

Asp

gga
Gly

Ser
Ser
Pro

45

Gly

Asn

glg
Val

30
cct

Pro

cct

Pro

gce

Ala

tac

Tyr

aca
Thr
110

Pro

Val
30

Pro

Pro

Ala

g8¢C
Gly

cag
Gln

g8C
Gly

g8¢C
Gly

tac
Tyr

95
aag

Lys

:humanized antibody

Gly
15

Gly
Gln

Gly

Gly

g8C
Gly

tac

Tyr

gtg
Val

atc
Ile
80

tge

Cys

ctg

Leu

Ala

Gly

Tyr

Val

Tle
80

96

144

192

240

288

336

351
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Leu Leu Ile Ser Gly Leu Gln Ser Glu Asp Glu Ala Asp Tyr Tyr Cys
85 90 95
Ser Ile His Glu Ser Asn Ala Tyr Val Phe Gly Gly Gly Thr Lys Leu
100 105 110
Thr Val Leu Gly Arg
115

<210>8

<211>120

<212>PRT

<213>Artificial Sequence

220>

<223>Description of Artificial Sequence :humanized antibody
<400>8

Glu Val Gln Leu Val Glu Ser Gly Gly Gly Leu Val Lys Pro Gly Gly

1 5 10 15
Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe Ser Asp Tyr
20 25 30
Phe Met Ser Trp Val Arg Gln Ala Pro Gly Lys Gly Leu Glu Trp Val
35 40 45
Ala Gly Ile Glu Ile Lys Ser Tyr Phe Tyr Ala Thr Tyr Tyr Phe Gly
50 55 60
Ser Val Lys Gly Arg Phe Thr Ile Ser Arg Asp Asp Ser Lys Asn Thr
65 70 75 80
Val Tyr Leu Gln Met Asn Ser Leu Lys Thr Glu Asp Thr Ala Val Tyr
85 90 95
Tyr Cys Thr Arg Asn Arg Glu Val Gly Gly Leu Asp Asn Trp Gly Gln
100 105 110
Gly Thr Leu Val Thr Val Ser Ser
115 120
<210>9
<211>116
<212>PRT
<213>Artificial Sequence
220>

<223>Description of Artificial Sequence :humanized antibody
<400>9
Gln Ser Val Leu Thr Gln Pro Ser Ser Leu Ser Ala Ser Pro Gly Ala
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6/11 7T

1
Ser Ala

Lys Asn

Phe Leu
50

Pro Ser

65

Leu Leu

Ser Ile

Thr Val

<210>10

<211>116

Ser

Ile

35

Phe

Arg

Ile

His

Leu
115

<212>PRT
{213>Artificial Sequence

<220>

Leu Thr
20
Tyr Trp

Tyr Ser

Phe Ser

Ser Gly
85

Glu Ser

100

Gly

Cys Thr

Tyr Gln

Ser Tyr
55

Gly Ser

70

Leu Gln

Asn Ala

Leu Arg
Gln Lys

40

Ser Asn

Lys Asp

Ser Glu

Tyr Val
105

Lys

Thr

Asp
90
Phe

<{223>Description of Artificial Sequence

<400>10

Gln Ala Val Leu Thr Gln Pro

1
Ser Ala

Lys Asn

Leu Leu
50

Pro Ser

65

Leu Leu

Ser Tle

Thr Val

Ser
Ile

35
Arg
Arg
Ile
His

Leu
115

5
Leu Thr
20
Tyr Trp

Tyr Ser

Phe Ser

Ser Gly
85

Glu Ser

100

Gly

Cys Thr

Tyr Gln

Ser Tyr
55

Gly Ser

70

Leu Gln

Asn Ala

Ala Ser

Leu Arg

25

Gln Lys
40

Ser Asn

Lys Asp

Ser Glu

Tyr Val
105

39

Leu
10

Ser

Pro

Lys

Ala

Asp

90
Phe

15
Gly Ile Ser Val Gly
30
Gly Ser Pro Pro Gln
45
Gln Leu Gly Pro Gly
60
Ser Ala Asn Ala Ala
75
Glu Ala Asp Tyr Tyr
95
Gly Gly Gly Thr Lys
110

:humanized antibody

Ser Ala Ser Pro Gly
15
Gly Ile Ser Val Gly
30
Gly Ser Pro Pro Gln
45
Gln Leu Gly Pro Gly
60
Ser Ala Asn Ala Gly
75
Glu Ala Asp Tyr Tyr
95
Gly Gly Gly Thr Lys
110

Gly
Phe
Val
Ile
80

Cys

Leu

Ala
Gly
Tyr
Val
Ile
80

Cys

Leu
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<210>11

21155

<212>PRT

{213>Artificial Sequence

<220>

<223>Description of Artificial Sequence :recombinant antibody
<400>11

Asp Tyr Phe Met Ser

1 5

<210>12

211>19

<212>PRT

<213>Artificial Sequence

220>

<223>Description of Artificial Sequence :recombinant antibody

<400>12

GlyIle Glu Ile Lys Ser Tyr Phe Tyr Ala Thr Tyr Tyr Phe Gly Ser Val Lys Gly
1 5 10 15

<210>13

<211>9

<212>PRT

<213>Artificial Sequence

220>

<223>Description of Artificial Sequence :recombinant antibody
<400>13

Asn Arg Glu Val Gly Gly Leu Asp Asn

1 5

<210>14

211>14

<212>PRT

<213>Artificial Sequence

220>

<223>Description of Artificial Sequence :recombinant antibody
<400>14

Thr Leu Arg Ser Gly Ile Ser Val Gly Gly Lys Asn Ile Tyr
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1 5 10

<210>15

C211>11

<212>PRT

{213>Artificial Sequence

<220>

<223>Description of Artificial Sequence :recombinant antibody
<400>15

Tyr Ser Ser Tyr Ser Asn Lys Gln Leu Gly Pro

1 5 10

<210>16

<211>9

<212>PRT

<213>Artificial Sequence

220>

<223>Description of Artificial Sequence :recombinant antibody
<400>16

Ser Ile His Glu Ser Asn Ala Tyr Val

1 5

<210>17

<211>120

<212>PRT

<213>Artificial Sequence

220>

<223>Description of Artificial Sequence :recombinant antibody
220>

<222> (49)

<223>Gly or Ala

<220>

222> (81)

<223>Leu or Val

220>

<222>(100)

<223>Thr or Arg

<400>17

Glu Val Gln Leu Val Glu Ser Gly Gly Gly Leu Val Lys Pro Gly Gly
1 5 10 15
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Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe Ser Asp Tyr

20 25 30
Phe Met Ser Trp Val Arg Gln Ala Pro Gly Lys Gly Leu Glu Trp Val
35 40 45
Xaa Gly Ile Glu Ile Lys Ser Tyr Phe Tyr Ala Thr Tyr Tyr Phe Gly
50 55 60
Ser Val Lys Gly Arg Phe Thr Ile Ser Arg Asp Asp Ser Lys Asn Thr
65 70 75 80
Xaa Tyr Leu Gln Met Asn Ser Leu Lys Thr Glu Asp Thr Ala Val Tyr
85 90 95
Tyr Cys Thr Xaa Asn Arg Glu Val Gly Gly Leu Asp Asn Trp Gly Gln
100 105 110
Gly Thr Leu Val Thr Val Ser Ser
115 120
<210>18
<211>116
<212>PRT
{213>Artificial Sequence
<220>

<{223>Description of Artificial Sequence :recombinant antibody
220>

<222>(2)

<223>Ser or Ala
<220>

<222>(8)

<223>Ser or Ala
220>

<222>(48)

<223>Tyr or Phe
<220>

222> (49)

<{223>Leu or Phe
220>

<222>(51)
<223>Lys, Phe or Arg
220>

<222>(74)

<223>Ala or Thr
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<220>
<222>(79)
<223>Gly or Ala
<400>18
Gln Xaa Val Leu Thr Gln Pro Xaa Ser Leu Ser Ala Ser Pro Gly Ala
1 5 10 15
Ser Ala Ser Leu Thr Cys Thr Leu Arg Ser Gly Ile Ser Val Gly Gly
20 25 30
Lys Asn Ile Tyr Trp Tyr Gln Gln Lys Pro Gly Ser Pro Pro Gln Xaa
35 40 45
Xaa Leu Xaa Tyr Ser Ser Tyr Ser Asn Lys Gln Leu Gly Pro Gly Val
50 55 60
Pro Ser Arg Phe Ser Gly Ser Lys Asp Xaa Ser Ala Asn Ala Xaa Ile
65 70 75 80
Leu Leu Ile Ser Gly Leu Gln Ser Glu Asp Glu Ala Asp Tyr Tyr Cys
85 90 95
Ser Ile His Glu Ser Asn Ala Tyr Val Phe Gly Gly Gly Thr Lys Leu
100 105 110
Thr Val Leu Gly
115
<210>19
<211>18
<212>DNA

<213>Artificial Sequence

<220>

<223>Description of Artificial Sequence :Synthetic DNA

<400>19

atggcttgga ctcectgge

<210>20
<211>22

<212>DNA
<213>Artificial Sequence

220>

18

<223>Description of Artificial Sequence :Synthetic DNA

<400>20

gtcttcacce catcattgat ag

43
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<210>21

<211>22

<212>DNA

{213>Artificial Sequence

<220>

<223>Description of Artificial Sequence :Synthetic DNA
<400>21

atggggttgg ggctgcactg gg 22

<210>22

<211>21

<212>DNA

<213>Artificial Sequence

<220>

<223>Description of Artificial Sequence :Synthetic DNA
<400>22

caagggatag acagatgggg ¢ 21
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ASPDE4H
2.5
2} A
8 "5 " n" .
© el N2 ASD1
S «««E}++ haASD5
<
= 1 - ks haASD2
0.5
D 1
0.00% 0.01 0.1 1 10
iRIE [ug/mL]
K1
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4

i)

i

CN 101878301 A

22C11

rpAsD1

rpAsD2

rpAsD3

haASD1

mASD3

6E10

®
xS

.
-

.

K 2
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REDH
ASDH{K N-K i
" haASD1  haASD2  haASD3 fiik (82E1)

AB1s ND b ND ot
AB2s ND ND ND ND
AB3-7 ND ND ND ND
Ap4-s ND ND ND ND
Apss ND ND ND ND
ABs-10 | ND ND ND ND
Ap7-11 | ND ND ND ND
Apsi12 | ND ND ND ND
Apgis | ND ND ND ND
ABio-t4 | ND ND ND ND
ABi1-15 | ND ND ND ND
Ap121s § ND ND ND ND
AB13-17 § ND ND ND ND
AB14-18 { ND ND ND ND
AB15-19 | ND ND ND ND
ABt620 | ND ND ND ND
Apiz-212

Ap18-22°

Ap1e23 | ND ND ND ND
Ap2o-24 | ND ND ND ND
Apz125 | ND ND ND ND
Apz22s | ND ND ND ND
ABzs.27 | ND ND ND ND
Af2428 | ND ND ND ND
AB2s-23 | ND ND ND ND
Afze-30 | ND ND ND ND
Ap27s1 | ND ND ND ND
AB2s.32 | ND ND ND ND
Ap2eaz | ND ND ND ND
Afsoss § ND ND ND ND
AB3135 | ND ND ND ND
ABazss | ND ND ND ND
Apasaz | ND ND ND ND
ABs4+ss | ND ND ND ND
ABss3s | ND ND ND ND
ABssa0 | ND ND ND ND
Afs741 | ND ND ND ND
Apss42 | ND ND ND ND

BFeFRR: ++++: 1B1175%;

+++; 50~75%; ++: 25-50%; +: {KF25%
ND: Ri&NF
a: R4

K 3
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Pl-pats 4 pm (%)

I
LY Al
F &
Q QQ’ haASD2
(pg/mb)
2% ASPD (1.25u M)
K 4
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6E10

#nw

TeBER | TeEAm

(kD)
188 — 1%
P>
.................... e TR TR
38—
28—
17
14—
6— e
i *l- AB 8K
K 5
mASD1 mASD2 mASD3
TeH R TeEFER TeBfEE
88— . 188 R
=" 2% tdats 62 ===
49— 49— " 49 —
38 — 38— 38 —
B B i
12 = 14— 14 —
6 — 6 — 6 —
3 — 3— 3 -
K 6
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Fibrils

52



CN 101878301 A W OB B M

9/14 71

10 20 30 40 50 60
GAAGTGCAGGTGGTCGAGTCTGGCGGCGGACTCGTGAAGCCTGGCGGCTCCCTGCGGCTG
EVQO@LVESGGGLVY KPGGSLRL

70 80 90 100 110 120
TCCTGCGCCGCCTCCGGCTTTACCTTCTCCGACTACTTCATGTCCTGGGTGCGGCAGGCT
S CAASGFTFSDYFMSWVRAOQA

CDR2==

130 140 150 160 170 180

CCTGGCAAGGGCCTGGAATGGGTCGGGGGGATCGAGATCAAGTCCTACTTCTACGCCACC
PG KGLEWVGG ! E I KSYFYAT

190 200 210 220 230 240
TACTACTTCGGCTCCGTGAAGGGCCGGTTCACCATCTCCCGGGACGACTCCAAGAACACC
YY FGSV KGRFTI SRDDSKNT

250 260 270 280 290 300
CTGTACCTGCAGATGAACTCCCTGAAAACCGAGGACACCGCCGTGTACTACTGCACCACC
LYLQMNGSLIKTEDTAVYYCTT

CDR3

310 320 330 340 350 360
AACCGGGAAGTGGGGGGCCTGGACAACTGGGGCCAGGGCACCCTGGTGACCGTGTCCTCC
NREVGGLDNWGOEGTLV TV S S

Kl 10
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10 20 30 40 50 60
CAGTCCGTGCTGACCCAGCCTTCCTCCCTGTCCGCCTCCCCTGGCEGCCTCCGCCTCCCTG
@ SV L TQ@QPSSLSASPGASAS SIL

CDR1

70 80 90 100 110 120

ACCTGCACCCTGCGGTCCGGCATCTCCGTGGGCGGCAAGAACATCTACTGGTATCAGCAG
T ¢ TLRSGI SV G6GKNI Y WYQAQ

CDR2
130 140 150 160 170 180
AAGCCTGGCTCCCCTCCTCAGTACCTGCTGAAGTACTCCTCCTACTCCAACAAGCAGCTG
K PG SPPQYLLKYSSYSNIKTU L

190 200 210 220 230 240
GGACCTGGCGTGCCTTCCCGGTTCTCCGGCTCCAAGGACGCCAGCGCCAACGCCGGCATC
G PGVPSRFSGSKDASANAGI

250 260 270 280 290 300
CTGCTGATCTCTGGACTGCAGAGCGAGGACGAGGCCGACTACTACTGCTCCATCCACGAG
L LI SGGLQSEDEADYYZCS | HE

CDR3

310 320 330 340 350 360
TCCAACGCCTACGTGTTTGGCGECGGAACAAAGCTGACAGTCCTGGGCCRE
S NAYVFGGG&TIKLTVLGEGHR

K11
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CDR1= =======CDR2=
10 20 30 40 50 60
EVOLVESGGG LVKPGGSLRL SCAASGFTFS DYFMSWVRQA PGKGLEWVAG IEIKSYFYAT

==————= ==CDR3=—==

70 80 90 100 110 120
YYFGSVKGRF T!SRDDSKNT VYLQMNSLKT EDTAVYYCTR NREVGGLDNW GQGTLVTVSS

K 12
CDR1 ===CDR2=
10 20 30 40 50 60
OSVLTOPSSL SASPGASASL TCTLRSGISV GGKNIYWYQQ KPGSPPOFFL FYSSYSNKQL
— ==CDR3====
70 80 90 100 110 120

GPGVPSRFSG SKDTSANAAI LLISGLQSED EADYYCSIHE SNAYVFGGGT KLTVLG

Kl 13

CDR1 ==CDR2==
10 20 30 40 50 60
QAVLTQPASL SASPGASASL TCTLRSGISV GGKNIYWYQQ KPGSPPQYLL RYSSYSNKQL

== ==CDR3=—==
70 80 90 100 110 120
GPGVPSRFSG SKDASANAG! LLISGLQSED EADYYCSIHE SNAYVFGGGT KLTVLG

Kl 14
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A B M

32

CN 101878301 A

ozasy
gzasy
yyeasy

€400 7409 1400

X &3 g

[ BYVHYZASY S % OHYZaSY
gHYZasy
VHYZOSY

£Y00 240 _zno
XFEHW/E YV

K 15
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0.25

0.20

0.15

0.10

OD (405-492nm)

0.05

0,00 -w R
5D Do DTS 2575 Ggmb

Q
& <€ huasp2
‘Q

F12  DF-ASPD (0.35uM)

Kl 16
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200
180
160
140
120
100

80
60

40
20

Pl- PE 14 20 B (A4 / R EF)

1l

25 (pg/ml)

PESE) haASDQ huASD2

F12 DF-ASPD (0.35uM)

PBS(-)

#F A TFIELSEN (n=3) .
##: p<0.01 vs. F12/PBS (=) 4 (student’s t#%u)
s:; p<0.05 vs. DF-ASPD/PBS (-) #H (student’s t4&%3u)

Kl 17
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