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5 2) Val Asp Ala Asp Ala Asp Pro Arg @FHEHBE7)
3) Asp Ala Asp Ala Asp Pro Arg Gln (BlFIEES)
4) Ala Asp Ala Asp Pro A:;:g Gln Tyr (EFIEF9)
5) Asp Ala Asp Pro Arg Gln Tyr Ala @EHIFES10)
6) Ala Asp Pro Arg Gln Tyr Ala Asp EFIHES11)

10 7) Asp Pro Arg Gln Tyr Ala Asp Thr EFIES12)
8) Pro Arg Gln Tyr Ala Asp Thr Val @@EFIEE1 3)
9) Arg Gln Tyr Ala Asp Thr Val Lys @EHIHBE14)
RFERADTTEDFHIIAFHOTURDEBHROEICTER L2 B0V TH S,
FFEADRTF RIGAFH OHEOIRR OBICRBL 2 HIC L D IERT 5

16 EWNTES,

il
BUMT, #EhiflZ o THAEHAZ —BEANICHAT SN, Zhsid—fel
TRIDHBDTH Y, FKEHZINSICIDMEREEINDEDO TR, Fie,
20 DA OREICBNTHWSRSIILZAITFICBNTENE L TRW S NSRS
HEIObDTH 5,

2B, DUF OEMEEICER L7 A S & OB e BB 7513 proMedDs
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#H# KX sera Care Life Science fLEIZEAL T, EHL.

(1) SRR TF REFIRE LR Y 7 o—h)LiikorEsl
1— (1) FURETBRTF ROARL >

EFIE S 2 1R OS] (FF1EE 51RO 5 3FBENS 6 8FHDEFIIC
Fl) 2HITBEIXTFR BLF,. S6 8RTFREER) 2. NEKHTSHER
AU TFYUTEABEMEIVDRD, NKHICI AT 2V 2BALTARL
2o TIB, RTFREHRMABLI433A (F7I14R) 2HNWT, 73/
BRECHFNTRES TT R /A T L%, NKRICTATA VRO TI B S A
ZREUHIEHRET >/, BRULERTF RIEEEICIORIEL DD HL,
T—7 )V TR S BEINER. HEAREKCARLBEREELUE., Boh/- ks
NTF MidEME%, C18WMHHPLC (capcELL—PAK., &EH) 2HNT
Oo~T7T0%DT7T M MUIVBEDOERS IO NTHEHL, BOXRTFR
ZEOSEZENR Uz, B UZSESEEERL. BERTFRELT2~3
me 27,

1= (2) GlRRTFRERAWERTF REy U 7HIREOMAR 1>

1= (1) THRSELE2BEORTF REETNTNEE/KT1 Omeg, /mLiC

BEL., 10meg/ mLOYLAI MEF—FR—)U >Ry bAEL T

(Imject Maleimed Activated keyhole Limpet Hemocyanin (K L
H) (PIERCE) &HEERES UL, BRT2HMRIGE. EBEAEKTEHE
fEUENAP—10HA9L (PRI vh NAFHAITIR) THiEL., S638
NTFRFrUTHIER CF, S68XTFR-KLHEEH) %2 1megli,

LUF OEEFICREROEDEREIER LK LHEBZIKE TE > = b D2
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1— (3) PUHETBHRTF ROFR 2>
ﬁlﬁﬁTZEﬁw&f?FMﬂép&f?F%@%(PSSH—S‘%Eﬂ
BN ZRAWT1— (1) EFBRICERL. BHL. EXRTFRENETNEK S
megRiz. 2B, BHO [FF) FILUTOHHAICRERT ZXTF ROLHZE,

MIE) JECSIES 5 ICREEO Y X / BldF I PICEEY 2@ 2R

®1

By | ME 73 S ERgiEa)

Thr Thr Pro Glu Pro Cys Glu Leu
P00l |1-17 Asp Asp Glu Asp Phe Arg Cys Val 3

Cys

Arg Cys Val Cys Asn Phe Ser Glu

P002 | 14-32 |Pro Gln Pro Asp Trp Ser Glu Ala 4

Phe Gln Cys

1= (4) BEXRTFREAVERTF REyv ) THEOHFHH 2>

1— (3) TRELEENTNOXRTFRE2ZNEN0. 1M EDTAZE
DPBS (pH7. 2) THEML. 1— (2) LRI, ThThORTFRIC
KLHME Lzt ehOR7F REY U 7HREZ 3megBi-.
1— (5) SRARTFREFIRE LR 7 O0—F)U ke >

1— (2) THHULZS 6 SRTFR—KLHIZHT BRY 7 o—F)L ks
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BT 5720, S68RTFR-KLHEAWTT SR EE o7 72D
B, S68RTFR-KLHEZ100xg#%5 00 uL OEBEEHKITHERL.
500uLO70f Y R5EETVaNy s (DIFCO) LEBREAHK. —a—
D=5  REAEYYE (HLFRR) AZ2. 1—2. 2k g DKL FIcEs
Uk, =0 2i8/%,. S68_FFR—KLH&100ug®500uLOER
BHKIZHERL, 5000070904 RAELEYPaN>h (DIFCO) &
EREA%. THETICRELE, S5ICF0 2 ME. S6 8XTFR-KL
H100u¢ g% 1lmLOERSEKICHRRNLUERIRNICERE L,

BERT 1ERES, FEIREVERML, EECUENNGNEE AL, ik
BEUUE, ETHUNEIC KA 3 3% L7258 D KRBT VBT A%
WRINL. 4°CT 1 RrgeS. AL e s b Lz, KICIR%E 7 6m
MY > EEEEW (UF. PBS (pH6. 4) S THML. —&BH L,
BITRERER. 7071 ANS L (Taky7A. SURY) K771 L.
HELET gGEAZE0. IMJY T HEREER (DHS3. 0) IckDiEHL,
Wik EE/=, PBS (pH6. 4) THIE. 28 0 nmOBENEL VER
WEEEH L (KR : 0. 533me./mL) . M. B5H/zHiks S
6 8 RTF KR & O—F Vi L 5T 5.

1— (6) BEATF REFUEE LERY 2 O—F)LkOEE 2>

1— (4) THELEZNTNORTF REr U THEEAWTL— (3) &
FEICEER OFIEORE AT, ZThBhORTF RRY 7 o—F )Lk
(P00 1BEUP 00 20K 7 O—FIVHiHK) 2IERLE. 335, FEid2

r AEIARTF RFEYUTHIE (0. bmg /¥ 25EESL. 2FiMmE
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ZNTNOHUNE FUEP 00 1BLUP 00 2) 25~

1= (7) RBEBERY 7 0—F)VEikORS

S 6 8RTFRRYZO—FIFUELD S 6 8 RTF R T BHUERD B % ¥
W27, UTOFECLVRRERZT >, £T. VATV 2EALE
S68RTFE BT, C—S68RTFREELH) #SHEENL THEKICH
EIEBD. a7 IS T SulfoLink Coupling Gel (PIERCE) 1
mLBZDC—-S68RTFR200ugZEALRGUZ. KINETHEER> -
EHEEZ2TOvF T, S68RTFREEGT 74 254 —HILEHAML =,
KT, 1— (3) ITREEOKHEI gGESZ 7. 92megaT77I1L. U VEE
i (pH7. 4) WXy, UF. D—PBS (pH7. 4) LiE# T
AT LEBYEL, KITO. IMJYU S IEREER (DH3. 0) TRELEHR
S 6 8RTF RHikZFEH Lz, B p HEPHICEL P B S TEIE. &H
HREZ2 80 nmOBELDEN UL (BEEEK: 0. 53 3meg./mL)
2B, 0. 52megdHS 6 SRTFRFUE BAF. S 6 SHURLFER) 25

57z,

(EfER 2) FRRARTF REHURLE LZE /) I ao—F)VFikoEs

Eh 1 — (2) THHELEZES 6 8RXIFR~KLH20ug®2100nL D
ERICBML, 7014 REETVaN> ~ (birco) E%EBESL. wistar
Ty h 8EBAZDEZRRE Ty RSy RIZ1 00 p L DHE L, 2 HERE,
JaE U > \Ei R LIRS 217 o 7z, MIRERIS e R - TiE & T
70— PUREREEAM) 83—, 199 14 Ghth icLizdt> T
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072 Flabb, UZNREEDENVZA LA F— (F7)bal) 2RNTY I
BRESBEL, STo—<Hilg (Sp2/0—Agl4) &5: 1 TREAL. RY
IFL T - N TR 21T o7z, BlE Ui 2HA TR
BL. N1 TU R &ER% BNOPEREEELTONANT T R—< %X
JU—=2F U,

AZV—=Z2Z1EsCD14 (1—307) S286CEESESL— MNEM
LT BHEL I SAEZEAWE, bbb, 1471 —F (Maxisorb,
NUNC) 0. 1MV VEEER (pH7. 4) Tlug /mLIZERLEsC
D14 (1-307) S286CEZYITIVCS 0 u LML, 3 7°CT 1K
HELZ, KT L— e F KT EESE,. 0. 1%BSARZSDP
BS (pH6. 4) 28VT)LT100 ¢ LEIML, HETIEEEEL T O
VF T T ol BONENA T R=<No Y2 T T URELEERE
TTIVTHRINL 3 7CT1IRBIRESE24,. 0. 05 %Tween 2 0 & 045
BHKT 3BV Uiz, RITAINVAFIF—EEHHS Y ML 70T 8
% (DAKO) 21 0%V HFMEEEZBPBSTL 00 0fSICHR L =A%
%‘71)14: 50uLEmllize 37CTLRMRGE, FRIZSERELT MS
AFINAY DD YW (TMB. BioFix) &7 TIURMUE, HETIL 0
DRESE, 0. 5 MERIAKR CRIBEZEIELZ, 450 nmOKHtEEZ 7L —
YRR NT—2100, HEA>F—AvR) THEL, sCD14
(1-307) S286CLEETHIUBEEETENATY R—TEEOYT
IVEER Uz,

Kic, BRUDTTIVEDRERE - TEX % (B 00— D HEERBMEA
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f9) 83 . 19914 GHFAD) ICL72A% TRAFIEICE D/ -2 7 %17
ok, 10H#% FEICsCD14 (1-307) S286CIHTBRIEHS
FRELTRI Y- T 2T, 6FEONT T R—< 2R U, BIRL
ENATYR=T&10%FCS/RPMI—16404H (Sigma) ThEE.
Hybridoma— S FM¥Hl (Invitrogen) THELPIAZELXE, Tusg
>GHF L (Prosep—G. IURY) ZANWTHEEEH UL, BRLAT 1
146—17—-25kDYTEATETY NIAELTFyv s (ZYMED) %
AWTHRELZEZ AT TIL TSIy b1 gG2Db + Kk THoTz.

/%8B, sCD14 (1—-307) S286CIk WO01,/72993EAR
DFENG] 9 \FERMOAEZ N THE L=,

(FEHEH 3) & MEADFECD 1 4 DEIEZROR
%mﬂlﬁﬁﬁmmzmﬁﬁbﬁwémmf‘ﬁ>F4v?EIA&K¢ét
MEATECD 1 4 DRIERERF Lz,

3— (1) f#XE FCD 1 4 DFs

£, BURAVFEL I SAEOE_OHikETHsCD14 (1—28
5) ITNT B/ 7 O—FIIVBUREIERT 5720, TORERTHSsCD14
(1—285) ZABETHKLZ, sCD14 (1—285) 2ABETHRE
SRBEDIT, UTFOFETRE TS AIRpTrpl 65 9 &HELE,
9, FUIY—8, 1inkS (5'—agc tta gga att t—3') (EHIE
515) ROFUIY—8, 1inkA (5'—cta gaa att cct a—3') @@
FIBE16) EAMUE,

CN6DF) I —2EBESL. 9 9CT1IHMMELERIC, BEET
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WEHBHALTT -V T %fTo72, E5ICT4 Polynucleotide Kinase
THRWZD VERMELTY > —2ER L /=,
KRIZEAT514<— (5'~aca tct aga tga cca cge cag aac ct— 3
Y @FEELT) ROT TFEIATIAT— (5'—ttt gga tce tta
5 cta gag atc gag cac tct—3') (EFIEF18) 2AKL. WO01,//
7299 3ERNROEES 8 ITFEDTIAI RpM1 6 5 9Z28EIC
Pyrobest DNA polymerase ZHWTP CRZ{To7,
KN Z9 O CT2oMMMELZ%IZ, 98C 108, 55C 308, 7
2°C 15031 7)VE 3 0EHEDIRL TiFo 7z,
10 BHN/ZHKI9 0 0 b p DIBIEYZ. Xbal & BamHI & Tdouble
digestion U'C. DNAWiFZEIIL7, KT 06—025 2 8 9 5RAHKD
Fhfl 1 01D & —pM7 1 0%, Hindll & BamHT &T double
digestion UZ&RRIT, 7 HO—ZAF)EKIKEIZITN., BINL =, §HRL~ZY
gAY A —, P CRIEED N ABF/Xbal+BamuT LB, ELT
15 7% —/Hindl +BamHI Wik ® 3% ligation L7 (three—way
ligation) . KEEI>ET > M)V (gMi09 (TOYOBO) ) T
transformation ZfT\), HWOTIAI REFVIO—22Ek, 79X
RDNAEREIC L DFARL 7=,
RiZsCD14 (1—285) ZEETSZOD JE7924 WEIGHIMETL »
20 bPORb—a gkickDREL =,
X9, KEE JE7924 (3. Bacteriol 173 4799 E (1991) ) Z27U+kn

—IVAMy 7 X0EEL. LBEHICT3 7C —#iE#ELE, I5I250mL
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DL BEMITHE LIEL. 6 0 0 nmOPESLEN 0. 5~0. 6I1T/A5ETHEE
BRRIITZIRIC, BB T S AL 3 0k L. RICKBEZEE L. X
U7eRZAR/KICT 2, KS L1 0% 27U B0—)Visk < 1 By LU =#%IC,
Kmliz1 0%DT7)E0—)VEHK 100 u LIZEEB L=, 50 uLE D240
Fa—TIHEL T, WEERTREFEL, I2EF MV (UE7924) %

REL, EAKRET-8 0 CTHRELE.

b
gl

v JE7924 AETMEISOLIZ. pTrpl1l659830ng?
I baRlb—a AETEALR, #83B I O—RADH® Gene
Pulser AL, k. TOREOHREIL. Vvoltage2. 5k V. Resistor
200Q, capasitor 25uFTfrok. TO%., 500 g/ mMLOY ¥
PUVEEOLBY T — M T—HEETSHIET, pTrpl 65908
ASNEER R eSz, O/ 0—2%2 L BREHICT3 7CTHilgELE
BRIT, FLUNEHLICEEME UEL, S5IC5RHEEL~Z. 6 0 0 nmDuE
BEN2~3TH5HI LR L. 3 B—INDOLEACRYLIC ACID (Sigmafl) %
HIRE 100w g/ ML OBETHEML. 3 7CT4HEREEZIT, sCD1
4 (1—-285) 2@#ERHEITE, KT, KIBEZEIL. Bug Buster
Protein Extraction Reagent (Novagen ft) ZMH\)T Inclusion body
ZIRM Lz, TD®, SDS—PAGERANY 77 —ICTHAML. SDS—PA
GEZfT\, HiCD 1 4PRICL D Western lotting TsCD14 (1—2
85) OERBEHERLZ,

FEFEMAsCD14 (1—285) I3FMRIC gr7924 THEIEHMZ 1 LOL B
HEMWTEELURM L2, STHEREROML, KBEEEES. BfED—
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PBSTHEHL., S£D/ZEAIZ5 0mL @ Bug Buster Protein
Extraction Reagent (Novagen. PAT Bug Buster LiC#) ZINZ THE
U. ZlRT3 00HMEL . BEARHEE. 1L 0oMY=s—2a> (US—3.
HASRE) AL, 10000X g, 4TIZT2 00MELOEL, LiE2kk
KUz, BERBRICY =7 —a AEL., B5NZB% 5 0mL @ Bug
Buster [JREA L7z, EBRICImL D1 0meg,/ mLDOYYVF—A (BT
%) ZIMATERCMNCEERE, BET1 0OMKEL. HIFT200mLD10
70D 1 BOEIRE Bug Buster A THERE, FRIGRLOHEL. LHEZ2R
Kl BENZNEIC, 200mL D1,/ 1 0J#ED Bug Buster ZINAT
MEBL., ARIGRODBEL, CORERRERDIR U, BRENCE SR
i1 00mLOD—-PBS#ZINA. Inculusion Body 27,

sCD14 (1—285) OfA®IE. ¥£9 Inclusion Body & 1 %D
TritonX 1 0 02O TEREEK (pHS. 0. ZwiRID—2) [TEMRL,
SRR S 3 BT, D LB R EI U s, 1 %0 TritonX 1 0 0 24
OTERE® (pHS8. 0. ZwRP—2) ITHEML., KEEB2500AT1
0 REFET 1 2 ST RLEZITY, BVMELEZE Uiz, THEE 1 %0
TritonX 100, 0. 2M NaOHZEOTEHEKR (pH8. 0. =vR
>T=2) ITHBEL, 3 7CTL O, i, BAME 3ET -7, I
BRI Uiz, B5N=EERE MDY T 2D U ER S TKIBIRICARL., B
#sCD14 (1—-285) ZRAMLE, BEEIBSAZEEZELLTIS YR
T4 —=RDF NI T v HEICEDER LK,

3— (2) #iCD 1 4%/ 7 0—F)VHkDOIES
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[1] F1106—13—35knEm
ERRICREHORBERFsCD14 (1-285) 2&5HEELT, /7
O—FI R ZER Lz, £9. ddy YU 6HEIRAZDEIEICEMs CD 1
4 (1—-285) 20ug?a7O04REETPaNyb (DIFCO) t&%8
EBELT200uliRELE, 2/8FE BMsCD14 (1-285) 204
g 701 > RARZEEY PaN> b (piFco) EEEEAL. BEENIZ200 0
LG U7, #fERlE 3 HEnc U X OIEHEICHIR S 0 1 g 25 L7z, 3 A,
IEBERICIBIR AR L, BIRE DY BB DL, TR - T (B
70— VHURERIEEAM) 83 X—, 1991 4F Gkt Tl -> T3
—<iiig (P3X63—Ag. 8. U-1) £10: 1 TREAL. RUTFL>
U a—=)VERWTHIEZRIG 21T o /2. HATEHICEONA 7Y B—< 225
#®, sCD14 (1—285) LEATHIMEEEELTONANTTY R—<0D
A== %EL I SAETITo =,

£9, sCD14 (1—-285) #PBS (pH6. 4) TO. 4ug/mL
ICHRIML. 1A/ T —b Maxisorb, NUNC) DETITINCS O u LERML
2o 4CTT—WRBE, 14 RHBKTEEREHEL. 0. 5%BSAZEDPB
S (pH6. 4) ZBUITIUTI 00 LML, TavF > FefTolz, ¥
T T U EEEET TIVTIRINL 3 7CT1IRBRGES®2%. 0. 0
5 %Tween 2 0 ZEVEMA/KT 3 EVRF Lz, KITRIIVAF 5 —EHEEH
RURAL/ 70T 2 HHE (bako) %21 0 % UYEMEEEHBPBSTLO
0 ORFICHR UL T ITIVICE 0 L LIRMUZ, 3 7°CT 1 BRI E,

FERRIC SERIF LT R I AFINAR PP VB (TMB. BioFix) &I
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ICINU7z, ZERT1 0HRBE. 0. 5 MEBIER CRIG&EEELE-, 45
0 nmDBESEEZE T — MHtEE (NJ—-2100, HEAL>F—Av R)
THEL., sCD14 (1-285) EHMETHHREEETAHINT TU R—<
ZEOUVTIIVERR Ule, KICEBRU D DV L DEEES - T3 /% 8y
00— HRERIREAR] 83 R—, 1991 GEFAD ITL722 THRARR
BZKD 70—k, 10H#E, FMRICsCD14 (1—-285) ITxd
BRIGERRE L TAI Y-V T2ITN, NI TU R—TEBRLZEZS
1 2@BDFisCD14 (1—285) B/ 70—FIWHHAREENTTY R—<
WE 5N,

BRUINAITYUR—T%E10%FCS/RPMI —164 08EH# (Sigma)
T%%%\WhﬁmmrSFM%%(hwﬁnmm)T%%bﬁ@é@iéﬁ\
TBT1 A (Prosep—A. SURY) ZRNWTHHZERL T,

R RIGHEDE IR THBEF 1106 — 1 3—3HkDY Ty 1 7%
IsoStrip Mouse Monoclonal antibody Isotyping Kit (Roche) %
WTIRELZEZAYTIATIE 1 gG2b « kK THol.

[2] F1031—8—3HikniEs

F1031—-8—=3FUKIIWOO0 1,220 8 5B NMOENES 7 IZHDS
FERAWTER LUz, BRICEHEITNE e MFOCD 14EAE 20 g%
ERICBMEL, 7014 REET Va2 R (DIFco) EEEREAL. MEKRN

2RI 2 BB 2~ AICIEENE S A U RS, MEFOFRED FE.

Z, WOO01.,7220 855 MOENF 5 LRERICHMEAENCD 1 4EHE

EORISEZEL I SAEICK DR Lz, RUXDERICHIRE 10 0 1 g 28
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%b%%&%%ﬁw\3E%~%ﬁéﬁmbtoWﬁi@uymﬁéﬁ%p‘E
Lol (P3X63—Ag. 8. U. 1) &10: ITERALRYIFL
TV A=)V ERWTHRRG 2T oz, HATEHICEONA TY R—< &
KU, LEFBRBERICHREEELTWANT T R= QA7) —=2 %k
FURLEOEL [ SABICKDITo . EMMELZTIABICD 1 4BHE ERIGL
IENATY R=YeRAFRIBICLD 70— 71, 10 BEFEREICZA 7 U —
Z2T%TN, FICD 1 4BHEE ./ 70— )ik eE, RENHKE L
C. IsoStrip Mouse Monoclonal antibody Isotyping Kit (Roche)
ERHWTRELEZY TS TN1gG2b - k THBF 103 1—8— 35ifkz
B/,

3— (3) E MEAFECD 1 4 DHIERDBE

EMEATFECD 1 4 2R RMICRITTRE R R BERIT 5720, EMfi 1. 2.
3— (2) KEBOFEZANTY Y RIvFE I AREBER L,

[1] VA 5 —EiESbik oS

AVAF T —CEERGTRITFIR S D% (J. Histochem. Cytochem.,
22 %, p.1084. 1974 %) IIPEVW4Ameg DIVAFI & —F GEEERY) 2%
AIEEL. 10 0mMOBIYHBEFRNL 2 5T T2 03MRISE Lz, K
BT, 1. 5%IFL V=)V ERNL 2 5CT1 04BKESE 1mM
BFEAREIR (DH4. 4) ITHUTHBIT Lz, B-LAEF1031—8— 35k

KOF1106—13-3HfEneEng1 omMREEER (pH9. 5) T

BEHTL. AmgiTRLTO. 2MREBIEER (DH9. 5) 270 LEmMLT

B LIz 4me DRIV F 5 —FEFUREERITEAL 2 5CT 2 BRI
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Uz RiZ4meg /mLOKFERVREF MU T AREML, S5 21/H4C
Tﬁﬁbtoﬁm%%PBSKﬁWL;NW?#V?“@%%F1031—8—
3PUR LLF. F1031—-8—3—~HRP&EEHIBHENH D) RO~ )L4
FIH—PEHEF1106-13-3%ik CIF. F1106—13—3—HR
P&%ﬁ?é%@ﬁ%%)%%to%%%Mibﬁ%btﬁﬁiibﬁﬁﬁg%
B,

[2] B2 R4 yFETAROER <1,

EAEPUA L UCHEES 1 TEELES 6 SHitk2/A L., EEbiks U TEHE
#I3— (2) [1] RO [2] TEELFFREFERTE 227y T RA1
FETARZIERELZ, 972055 6 8FifAED—PBS (pH7. 4) T10
pLg/mLIZHRL, 14/ 7L —F (Maxisorb, NUNC) D&IIILICS5 0
pLEMU7ze 4 CT—HRIGEE, 14 RHUKT5EBESEL. 0. 1%
StabilGuard (SurModics, Inc) £ 0. 1%Tween2 0 Z2&5UD—-PBS#%
HFEUIINT100 n LEBEMLTOvF 2T Uk, KIT1 %DEFAMLE (3C 1
OZHAWTHIARICD 1 4 Z2fRELZIME. BIF. CD 1 4NmE & 5548 .
0. 1%BSAZZUPBS (pH7. 4) 2FFKEL T, b RNEFEAMBX
Ot MUMERE MIEZ 2 0 IR UZRTREZ2AM L -, FRBGE YT
W20 5 0 n LML, 3 7CT2RMKES Bz,

FISHETHR, 0. 05%Tween2 0 228 EMAM/KTIEPEL. 5%y
MIE, 1%<TRIME. 0. 1%Tween2 0227 6mM PBS (pHS.
0) TO. 6ug/ mMLIZHFRLZF1031—-8—~3—HRPFAEIZF110

6—13-3-HRPZZHUILIVIS 0 u LEML=, 3 7CT2RERRGE.
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FERRICS B L. T RIAFINAR DD AR (TMB, BioFix) Z2&UT
JTEI Uz, BIRT2 0 2FRIGH%. 0. S MIEBAR CTRLZELEL, T
—haEERE (NT—-2100. BEA2F—Av R) T4 50 nmOENE
ZRE L. ZORER, R2ITRTLIITS 6 8RTF Riskbifk2laabt
ZRTREFEATIILATY, RMEREREMICEAETS, nHAARESE.
TROEAREPETERL TNAESFECD 1 4MAETE,

[3] B RAYFETARDER <25
1) EWEHRE UCEmHI 2 THEMLEF1146—17—25ifk2@A0. =
MPURE UTEER 3 — (2) [2] TERELUZYREERT S 2257y 7Y
RAwFEIARBERL, F1146—17—-25A2ZPBS (pH6.
4) Tl120upug/mLIZHRL, 14/ 7L —bF (Maxisorb, NUNC) D&
JIIWT5 0 n LEEMUZ. 5 6°CT3 049 RIEH. 14 HIKT5 EFESL,
0. 1%stabilGuard (SurModics, Inc) &0. 1%Tween2 O (FIY&Hl
¥) 2g0PBSEEVIINCI 00 n LML T Oy F 27Uz, KIC1%B
SAZEOUPBS (pH6. 4) 2HIKEL T MEFEAMEROE MU
BEMNEZ 1 0FICHFRU ARG EHEL . FRREZTTILYED50
wLELU, 2 5CT2RBRISL 7,

FISHET#, 0. 05 %Tween?2 0 Z2EVEMAE/KTIELEEL. 5%5y
Mg, 1% URUME. 0. 1%Tween2 0 2EE7 6 mMYU SEEEIR (p
H8. 0) TO. 5ug/ mLIFHRLEINAFIF—VIE#HRF1031—38
= 3PEEETIIICE 0 u LIRIML 2. 2 5°CT 2RSS, FIRRIC 5 YL

L. ThIXAFNAROVDEHK (TMB, BioFix) &7 IIVICHRMU 7,
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EET2 0NMRE 0. 5 MBI CRISEMIEL, 71— Mt
(NJ—2100. BERA > =AY R) T450nmOENEEMELF, %
DFER, R2ITRTXDITS 6 8RTF RERNE ) 7 0—F)LHUKIZS 6 8#1
RERE. EEAMETIIEEAERL, RILERELE CIIEEERTES 7B
CD14MMETER, $7abb, S6 8 RTFREMEETHHMIIRY 7 o—
FIVFHA TS, T/ 7 0—FIFURTS, Y B v FRERNTES 2 & 25
BT,

2) EMEHAE U TERHI 1 — (6) TIERLAGRARTF REHEE LR
JO—FVPHEGER L2 A5y T RA v FE T AREER L, S6 8
FEORDDITP 0 0 1RY 7 0—F)LFik, P 0 0 281 7 0—F)LfikEr
P 0 1 2RU 7 O0—FNEHEEMALAMIZ. 3~ [2] EFEIC. b NEE
N ORI ML RS 2Rk E LTI L, COME, %210 &
SICAMARTF REFURE LaRY 7 0—FVHRIZS 6 SHURRRE. E8AM
WAL, BUEREE IE TS EERTEATRCD 1 40WET
Efe, AMERED. EMEATFECD1401~2 8 5BEETOT I /RS
NEBREND8~1 673 JMBENSRDRTF REFEE LTINS
R ERNEZRTHY Y R v FHERN TE S T &R HER TS/,
K2D++134 5 0 nmOBSEENFHREEMOBINED 452 EE2RL, +id
218 L. —RFT S ASEORHEERT,
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®2
Piisflaahe HE
EAE R ] BUERE | EEA
s68 Hifk F1031-8-3 Fifk ++ —
S68 Hiff F1106-13-3 Hifk ++ —
F1146-17-2 Hifk F1031-8-3 Hiffk + -
P00l R 7 O—F)LEifk F1031-8-3 Pifk + -
P002 R 7 O—F)LHiHE F1031-8-3 ik + —

[4] Y RALyFE L ARDOER3>

EAEFIAELTF 103 1—8—3FifkZ2MAL., Efkbik&EL TS 6 85Ik
BEHTE3IATY TV RAYFEI AREZERLE, AE I ARIIUTOX
SIZS 6 8HifREEAF AL Tfro/k. 0. 15M NaCl1z&80. 05
M U EEER (pHS8. 0) ICEHLO0. 93meg./mL OEEICHEL =
S68%ifk0. S5mLIZDMSOTAMHEL 300 ke, / mMLIZHEL D-
Biotinoyl- & -Aminocaproic Acid N-Hydroxysuccinimide Ester
(Roche) %5 0 1 LIEIIL . BIET 2 BRI L ANS RIS L, RE T,
JREHS L (NAP—5, PRIy INAAYATA) ITKDPBS (pHT7.
4) ITEM Uz, SABELZEATF LS 6 85K (Bio— S 6 8FRLEHET S
BaNHD) OREIX2 8 0 nmOIEEI VDTSRI 1. 42HNTEHR L,

YURIOFEITAREAL// TL—F (Nunc) IZF1031—8—3%Uk

ZEMEL. TOvF Uk, TOvFIIREREEL, 0. 1%BSASP
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BSIZHMELZZsCD14 (1—-307) s286¢c (BUF, {EERETTHTS
ZEMNHSB) 500ng,/ mL EAZERERMLU TORWAKERT T4 73>
rO—=)LELTEYDINTHRMU Iz, 3 7TCT1RERIGER T — b2y,
WIT2%Ty MR 1% AME. 1% HFME, 0. 1%Tween2 0
ZEUPBS (pH7. 4) THRL 11 e/ mMLICAELZEAF LS 6 8
Pz 5 0 n LIINL 3 7CT 1RHRIG Lz, BETHISL. 1 AEBICHF
MU FF Y —EEERA N TR TEY Y (SA—HRP EE#HTHEA
BB, Invitorgen) ZIRMUJIz. 1KREHEIRKINMEVESL,. TMBAK
(BioFix) THAK. FILKTREZEIEL 4 5 0 nmOBENEE T — MK
HEFE-Max (ELFaF—FN1R) THIELE.
KIITRTIDICARICBNWTHY U RAYFE I ARNWTEE, T72bb,
S 6 8 XTTF REMHETDIUEE, EHFIRE L THWTS, EHOFIFEL
BERIUEE L TRHWTS, B Ry FRIERNITES L 2R TE . &
3D+ +HIMEEHRO0—-500n g/ ML TOENREDEN0. 5AbsBE +
iZ0. 1Bk, —iX0. 1RMERLTWS,

[6] B2 R1YFE I ARDES4>

BT R ORRRSETRIZL 2 1 LFBRZR T, ME SRR 2 RIRHCIRINS 5
125y 7E T ARZE-LE, 7205, S6 8HEZEMLLETL— T
FEROKRUS500neg/ MLZ2 5 LEML, KT T2% Ty MLE. 1%
RURME, 1% 7HFIME. 0. 1%Tween2 0ZEHPBS (pH7. 4)
THARLUI e,/ mLICSRL~ZF1031—-8~3—~HRP#25 u LML,

3TCTIRERGE L. KIRTH L —MERE L. TMBARK
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(BioFix) THEH, MIETRIEEMSEL A5 0 nmOBKEET L — N
JEFHE —Max (EL%Fa5—FN 2) THELE. %3 IcRdds kR
CBWTHYY K1 v FE [ ARMVERTE ., S7abb. S 6 8XTF R gk
AT BHREMEET B KA v FRER T, RISEFRCERE< . HETs
BT ENHBTEL:,

[6] > RAwFEI ARDESKSS

ERESTR R OBRTAILL 2 1 EFRART, Mk S BEGE RISS, AR
KERBEES 227y 7E T ARERERLE, /b5, 0K0500ng,/
ML OBEER2 5 1L E2% 5y M. 1% AME. 1% 9EmE. 0.
1%Tween2 0 25OPBS (pH7. 4) T2ueg,/mMLICHABLAEZF10 3
1-8—3—HRP 25uL&REAL. 37CTIHMRSLE. RSETE.
SSHE S 6 8 FHAERILT L — ML 3 7°CT 1 BRARLE, T1— k
EHEETMBIAM (BioFin) THAL. BIETRISEEIEE4 50 nmo
BeHEE T L — NEERE —Ma x (ELFa5—FN12) THELE, X
BITRTRIITERIZBOWTHY > R wFE [ ARIMERITE =, T7bb,
S 6 8RTF REMATBHREHERTHYY 11 v FHER T SR
BIRR< . BIETEB 2 a0 5 IR TS

(71 %> KA vFE T AROHSL 6 >

EAF>—A RS MUV ORREAERIA LYY 11 v FE [ ARE
PR 7z,

1) AT R T EDS R BRI LR R

AL/ 7T—bF (uNe) ITPBS (pH7. 4) T10png/ mLIZERL
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FAMVTRT7ED Y (PIERCE) %5 0 w LAEL 4°CT—7R 0 UEHL
Jeo TOwFTH, WEBEELO. 1%BSA/PBSICHEMUFEER 0K
’500ng,/mL&2%Ty ME 1 %YURME. 1% 7HEMmE. 0.
1%Tween2 0 2FHVPBS (pH7. 4) THERL2ueg /mLicLEEFF
LS 6 8FifEEE£L 25 uLIINLE. 3 7CT1HHRIEE T L — &3
U 0 TCT1lueg/ mLIZEFRLZEZF1031—-8—3—HRPZ50 LK
MU 3 7CTIRMRIE L. RINETHRYEL. TMBAIK (BioFix) TH
R, IR TRIGZEIEL 4 5 0 nmOBEER T — MEEFE—Ma x

(BEVFaF—FNAR) THELREZ, ERIFEER. EFF10S 6 8Hifk.
NAFTF—EEHRF 1 0 31— 8 — 3HADRMRMICBN TS RBEICEHER
Uize RIITRTXITHREDITY > R1 v FE I ARMMERTE/=,
2) NNFAFT—CEBAN TN TED 2R UHER

ARG (4] \TRTAHETERLE, 51T, S 6 SHAEMTL— ik
mE [4] iU THRBLEEFFAEF 103 1 —8— 35k (Bio—F
1031—8—3&LiHEHIT2BENDHS) ERFFCHINE. 3 7CT 1 KBRS
U, PER 1 ARICHRIRU e VA F 25— A L ST ED >

(Invitorgen) ZINMNT 22 AT v FEBKRE Uiz, 1 IERGHIEEL. T
MBI (BioFix) THEIHE, FIRTRIEZEEILL 4 5 0 nmOBELEZE
TL—bMEEFTE-Max (EVFaT—FNAR) TRELE, £3ITRT
LITHERIZBNTHY 2 R v FE [ ARMEETEZ, bbb, HENSR
Y, E METIHESDFRECD 1 4%, S 6 8RTF REBETHHUEELEDTF

BCD 1 4ITREETBHikICE 2T By FTRESTIUL. EFFEX b
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VTR TED Y ORGEOE_ORREESERAL T, B, EmEEERL

THRHETELENMEERTE -, 7B, StriZXA LT RTED Y ERL.

Bio REFF ULERT,
%3
£l | TL—b 25w R
1 2 3
[4] | F1031-8-3 R Bio-S68 BUfK | sa-HRP | +
Pk
[5] S68 Hifk e — - + 4+
F1031-8-3-HRP
(6] S68 Fiffs IR s68 Piffs - ++
F1031-8-3-HRP TL—h
(7] Str Bio-568 P F1031-8-3- - +
(1) RUE, HRP
(7] Str Bio-S68 Fifk - - ++
(1) RIER,
F1031-8-3-HRP
(7] S68 Piff FRHES, SA-HRP - + +
(2) Bio-F1031-8-3

(FEfaFl 4) 1A 7O MNElEZROESR
4— (1) €30 RESFRERWEL L/ 707 ME<L>
BREE, Ny R+ RS CHEICHERTESRERZIL/ 7O MEICE

DERL, MEEZRL (A) ITRLE. £, €304 F (BFE4 0 nm,
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B. B. International) 1mLICF1106—13—3¥kougzREL.
&30 FMERF1106—13—3FikERMLz, KIZ, a2 Par— s
v Rz, §7abb, €a01 MEEF1106—13—-35{6%2520
NmMOBIENI L. 5E/R2ELDICT Va2 — MM buffer IZHIRL, 1
0X150nm®33—class A MUY AT I mLERL C—HEBELRL =,
COEZITAMPOHECEENS, @0/ FESEF1106—13— 3%
FEIIH 5 Ounits (lunit FOD520=1. 0D, €301 RiE%F 1 1
06—13—-3FifF1uL) &/nd, FURKEMILA S T U ELIT DL S ICESR
L7k, S68%iAZPBS (pH7. 4) Tlmg /mLIZFRL. Biobot #
(AP MBABEZANWTO. 75yl cm&isdk>ho)lo—
AAYTV> (FF85,/100, Schleicher & Schuell) iZJ- JIRICE

Mll. TOEEAPO=IS1 Y HXTARY ZO—F)VHK. DAKO)

- BRI LTz, BREBASTL %, 0. 5% I eabynyFy

RIZ3 0O HBIEL . RATEEW D RN SEEGRI -, KICERLEE
MBIZRWTA L/ 703 MERERHAL T, Tabb, I>Jar— kS
v R EEBAS TV, BRSNSy B (#9 0 038#. schleicher &
Schuell) . Y2 7IVE TNy N (3 3—Glass /IR T 74 N—T 1) &—,
Schleicher & Schuell) ZPB 0207/ AF v I Ny F 27—
(BioDot) (ZEED ¥, BioDot #:EZ MU w7 hw & —T5mmiglch v b
Uize Iy RLIERARNY  TRNTD 2T 5= (2w ToF07 )7 5AE—)
(CHHARAATA L/ Ox MEREE L,

ERUEHEZANTUTOLIICT v i1 2f7o/z, EHERZ 1 %BSA—
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PBST10, 000~1ng/ mLO&EHTL 0 FRLESDEY > &
U 270100 e LEZEEAET L, BRT2 00WERT 1 > OB ELRH
U, HEREEEIUTOEBDELE,
(+4) (BN UNHRUAS MBS HETES LA
3 (+)  BETENBODTA ELTHETES LA
(&) (RBSLELONRDENINT 1 ELUTEBMLENL )L
(=) BEIEDLENZNDHD
TORER, R2RUORAITRTESITH T IV1 0ng //mLULOBEEICH
WT T+] U EOBENESN, (47707 MUERICK 0 EBEICTEICHEIE
10 TEBENHEERINE,
4— (2) 2301 MERBUREZAWEA L/ 707 "ME<2>
4— (1) THEELZA L/ 2 b MUEROEMSIAE SO 017 MR
ZUICUTHE L. S 6 8FiRDE&EI 01 RESRKOAM A 7107 NROJESRL
34— (1) LAKRTHD. TORER, BLITRTEITH>TIN100ng,/

15 mLIUEDOBEICBANT I+] UEORENESNE,
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x4

&0 N [E4H V> 7)ViEE (ng/mL)

10000 1000 100 10 1 0

F1106-13-3 S68 ++ ++ + + + -

H
l

568 F1106-13-3 ++ + + +

4— (3) APV RNTED Y —EFFIREFEALREA L/ 70T MEOER
¥/, AMNVTRTED Y —EFFIREAVEA L/ 707 MEZIERL 7.
WEZ2K1 (B) ITRLE, £9., Efl3 —214 11Uz >TF1031—
8 — 3VikEEAF ALz, Kicgano( K (BF#40nm, B. B.
International) 1mMLIZANLVTRTED>10ugZESL. 301K
EHANL TR TEDVERE L, €304 MERA RNV TR TED > E5 2
0 nmMOEHEI 1. 5ERDEDICT T s — NET busser ITHRL,
10X150nm®33—cGlass A MJ v AT I mLBMALU T—&KBEGZREL
o TOEELITAMOREICEENS, £301 MERA N T ITED Y
B35 Ounits (lunitl3OD520=1. 0D, £2301 REHANL T
NFTED1ul) &b, PUREREAS TV AIBTFOLDITER L, S
6 8HfAEPBS (pH7. 4) Tlmg, /mLIZHFRL. Biobot fH#1 >Z
Ty NEFERAWTO. 75uL/ cm&BaEd3=ba)O0—2AAT
> (FF85./100. Schleicher & Schuell) I RICBM LTz,
COEEIZIO-INTA Y HIXTARNI Z7O—F)biE, DAKO) bR

KB Uz, BREALT L%, 0. 5B NEA 20 T0yF 2 JIKIT3
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!

DHREL. ROBIRERORNEEEGR S S, KICERLL =848 2
AWTA L/ 7 0% MEAEEHEAL T,

TRHE, A2Var =My R, BTV EERRINSY B (#9
0 0JEM. schleicher & Schuell) . ¥ 7IUE F/tv K (3 3 —Glass
TS RX77A4N—T1)¥—, Schleicher & Schuell) ZPB02 075X
FuINyF2 T — (Biobot) IZHED I}, BioDot #EIZA MU v T w
F—=TommiEICH Y bl Iy RUAEARNY Y TEINTID I Tr—Z (Zy
TITFD D IAY ) ITHBANTA L 707 MEREE Uz, EHLIZE
HE2RANTUTOEIIZT w1 &fiolz, EBlERZ1%BSA—PBSTL10,
000~1ng/ mLOFEHTIL 0*FRLZbDEY T IVEL, H2 TV 1
OOuLZ0. 1ugPEFFALF1031—-8—-325TFE100ul~
FRL. BEBNUD T —ZAOY > 7NV F/Sy BIZ1 00 n LZEBFL.
HRT2 0 DMEBERS 1 > OFEEHE L. TOKE, ARZHANTS (1)
EFMRICL 0 0n g/ mLEEDBEICBNT I+ BLEOBREMNME SN,
(EEfpl 5) 70— ) —HEROER
‘7D—XW~M%%M%%¥6~273419®%§%¢§T%o?Ehé‘
1 g D7 HEeEl (RED VIOLET. KAYARON£L) % 1 0mL OFEI/KIIGEL.
PREUKCY R 5 mL ORE/KICEHRET 5. 28GR 0. 2mLICAERAEK
THWRLZ0. 5mg,/ mMLOF1031—8—3¥#%0. 2mL#EML 4
S5CT3 001 >FaN—hF5, KEBRELDEL, B5NZRBRIC0
6%BSA, 10%57 h—ZXZETPBS (pH7. 4) \THEELOHYE

FEF 103 1—8— 3HifkZEAETS, KICHBLPHESRF 1031 —8—3
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PUAZER]L AmmORESITYWI LA (No. 63, PRNDFwIE
) 120, ImLIDMNELTEEIE, BEEEZRETN, TAMREE s
LR EEHT 5,

ATV QBB TOXSIATS, £\ AESI 70 0= okl
A=A T2 (FRNTy JHE) CEEREKTHIRLZ2me /mL
DS 6 8HIFEZERML., 3 7TCTEMRITSD, RIZ1I%BSAZSDPBS (p
H7. 4) TTOyF I T2F0, FUREMA STV 28T 5, fERIL M
Bt2NT D2 T — XN F DIERF CHRAN TS, AlEiERE 2 S S 8227,
& PUREMRA ST >, RUTOEL>2S3I%—FLESHE (No. 28,
T ENZTIRE) . 0. 5mmEORYA—RR— b OBIREIEAHESE
OETHERAELREETS, Tyl 139> 70, 5mL Z2HEHREKICHRNY
BT EITKDEAL, V2 TINERICRINENTE. B 5ARTEA%E
RVE5HEIKDHERTD,

(EHif6) S 6 8HikDE:RM

Ehifl 1 TERLUZS 6 8PURDRRIL &R T B0, EfI3 — (3) &
[FfRIGEIET, RTF F&CJ:DBELI:‘é’h%ﬁ%ﬁ%#bTCO 97205, BUNAERS M
BEARCEFEAMFEOS 0 EFRAK2 5 L LIZS 6 SXRTF R (73 VBEFI5
3~68%) . EHifl 1 L FRICHBLEBRATF R (73 JBESI5 3~5
8%, 73 VRS 7~6 2F 73 A5 0~ 6 4%) Fiidr
TaA2 R a—=)VHXTF R (Cys Glu Gly Asn Gly Asn Asn Phe Glu
Ser Arg Glu Ala Cys) éo\' 0. 1. 1. 10 e/ mLIZHRLIZHD

25 uLBTNTNEM. S 6 8HMELESLHSRSS 8. S 6 8HikIC
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RELIEENSITRES U7z BUiAE B g R OER NIEF OESFECD 1 4 8%
RE Uiz, TORER, K3ITRTLIIC, KEERLUZERALE SEZ2RL
FRBUMEEEMIEEBIZS 6 8RXTF RTILS 6 8HifkEMHESFEEHED
AL SN, MOMHRTFR (&L 678 ROXAT4Ta>
MA=VARTF RTIEMHEIEENah o7z, BLEORERED. S 6 8FikickD
MEFICRE SN TNSEREIILS 6 SHANREMIZRHRL THEbDTHS
ZEMHERR S Nz, Hiz. S 6 SRTF ROFARTF RTH S SEEOARN
fTF(73/%&6@)TME&émﬁm:aiD‘ﬁwwﬁﬁﬁémﬂm%
BTHTT7/BULORIZNEELTE T LR INZ,

(EfEf] 7) VU =Pk R EREEEK

gl 1 TER LS 6 8HilAEEEM 2 TEMLZF 114617241
ERORRME EFEEEERZE Biacore3 000 (E737) 2HWTHENI L,
9., EELTSS 6 8RXTF R~BS AZENEH 1 iLHOFGEEFREICT LA
2 MEBSA (Imject Maleimed Activated B S A. PIERCE) ZFWTH
@Ltokﬁ\S68NfTF—BSA%TE>ﬁy7U>ﬁ#VF(Efj
7) ZRWTE Y —Fv7CMb (E7aY) IKEEkLE. Bk =
JiREKRELUTHBS—EP (E7aY) ##EAL. F1146—17— 2%k
OFWF (50, 100, 150, 200, 300nM) Zryo—eLicTI>D
T MBI ETI ok, T—IEMIES 6 8RTFR—BSADTO—E)VH
ET—FIMN6V T 7 L AT —F %% LUEE, Biaevaluation soft
wear version3. 0 (E¥17) ZHAWTEMLZ, EHiEik (KD) 2&

HUZRER, F1146—17—25UkE4. 8X 10 MEBWEMEZRL
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oo 728, FIRRICHE L2 ERETYF S 6 8 RTF RRY 7 o—F)IHikD
KDiZ2. 2X10*°MTHo7=,

CEfEgl 8) HiCD 1 4€ ./ 70— IVHikOKE Rk
8— (1) F1106~13— 35K

F1106—13—35fOREAER (TE M) 2HEMNCTBED. C
D147 3 /BEFZNKRENS 107 I VBT OARRLERTFRS1T
FU—A>TL > (Custom SPOTs. Sigma Genosys) ZfWTHEN L7z, §
BbbE, ATV B ZaT > TTayF T UEE, F1106—1
3 SPURERISSE, Wbth, BATY M3 CHAN Y A RS
BVize ATV 2WEHR. X—ga l ZHNTHEIMNERTZRTF REdF| %
B L7z, 7B, RTFRIATSV—A T 2ORTF ROEFNL. 1HE
MH154FHETOYI /BEFIECKRRD 2T X JBEERNDETLI0TI
JBETOERUE L 9RTF REMBINHER Lz, XTF RidEme 1 — (1)
EERRICHAZ U7z,

ZORR, F1106—13—3HAEESTECD 1 4DNKHELD 1 7~
26%FDY I /EES (CNFSEPQPDW) ITHMYIAEBICHEAETSZ&
DB NTIE DT,

8— (2) F1031—8—3FikDfi<i>

F1031—8—3bikDREMEZHERT S0, Eiifl3 — (1) LEHOK
JBEEks CD14 (1—285) ROWOO0 1./7 29 9 3BAROENH S
FOERS] 9 \CEHMOAFEEFANTCOSHIBIcLDHEKMLZsCD14 (1—

356) . sCD14 (1-307) S286CEAVWTHAIEEZAEL-,
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¥, Hybond—C extra (7T %L NAIFHAIUA) ITsCD14
(1-356), sCD14 (1—-307) S286C, sCD14 (1—28
5) FLEBSAZE250ng /ARy NTAC TV EICEELL, g
0. 058/ MLOAFAIIVY BHAEE) ZEE0. 05%Tween2 0. P
BS (pH6. 4) T/ayFrF Lk, HRT1HMEER. 0. 5%BSA
ZE00. 05%Tween2 0, PBS (pH6. 4) T3ug /mLICERLE
F1031-—8—3%ifkzma,. ZBRT1IRHKEE., 0. 05 %Tween2 0,
PBS (pH6. 4) THELE,

KIZ1 0% vFMiEEEE0. 05 %Tween2 0. PBS (pH6. 4) T
50 0FITHNL = NAF I —EERIIRTIAA L/ 70T Ufik (DA
KO) zZ@ml, 3 7CT3 0 MR LE, FRIEEFLECLFy b (7
RI¥L INMMAVAIURA) THRAEEEZHER LUz, £0ORE, R5ITRT X
SICF1031—8—3yIRBHEERsCD14 (1-285) . sCD1
4 (1-307) S286C. sCD14 (1—-356) ITf&L7=2 BSA
LIIEEET, 2 TOIM7DCD 1 4BREERENMIERL TWD Z &0
SMITIED Tz, BEDFHIXECLIZKD 7 IIVARICARY MR I N/Z8E

2R, —IEARY MRS HRWESERT,

%5
sCD14 sCDh14 sCDh14 BSA
(1—356) (1—307) (1—285)
S286C
EATENE + + + —
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8— (3) F1031-8— 3Hilkf<2>

F1031—8—3PHhDRAMER (T h—7) 2HLNTTBRD, 8—
(1) EFHEIC spots MM EFTo7=0% spots HETIZF 1 0 31— 8 — 3¥ifk
DFEBEBERET D 2 LN TERN DT, THHEORREROEONE 2§
HHEIT, BEMICS 6 8P ERbiiAkE L TCF1031—-8—3—-HRPZH
WS 3 — (3) [2] OV RAYFEIART,. F1106—1—3%
RIC & BIIERBREFT o 72,

FT. EHIS— (3) [2] ERKKICS 6 8HUAERT L — MEEEER 1 0
Ong/mMLZHEMURGI®E, TL—F2%E#%. F1031—-8—3—H
RPZEMTHEIC. 6 g/ mMLOF1106—-13-3FK, xUXIgG
HikE Rk E S ERONY 7y —%2 5 u LIEML, TOBF1031—8
—3—HRPHifk#2 5 LML, EWEHI3— (3) [2] ERBICHIEL,

FOITRTRDITYT R g GHMRHRMORZRTIE, FHIEENRNDIZH LT,
F1106—13—3FKRICEDF1031—8—3&EEREOEEMNHIES
Nize TOZEITEKD, F1031—8—3PURDZBHT2EBOD/n &b—
Wiz, F1106—13— 3HAMEE LTS CENBESNE, BHE6 D

MEER] BNy T 7—DHDESEZ L 0 0% L LzLEOTNENDRESL

FIRHEL DEHRLE,
#6
i REZEZR (%)
<YUR1 g GHifk 2
F1106—13—3%iK 70




WO 2004/044005 PCT/JP2003/014389

10

15

20

15

EfEg8) b MESPTECD14MEFY
8~ (1) U2 RAIYFE I ARDHEEF Y MERFI

EfEfl 3 — (3) THRUMEREOHE TIdE#EEZRL. EEAOHE TRKES
RUZERTER, EBIROELEHEEANZIIAREREF Y N ORI %
2 I
< 1>EMFUR : S 6 8PifkEEMLLAETL—1
<2 >IERRBUAR : NV AF I —EIE#F 103 1—-8— 3%k
K3>EEBW (T IRAFNRIDD R
Z DD B SR
7 L— NSRRI
KA>TL— M oEE® (0. 9%NaCl. 0. 05%Tween?2 074K
5B (0. 1%BSAZEDPBSHAR
<6>RIMEIEHE (0. 5M  H,S O, 1AH)
<T>EHESH (CD14 (1—307) S286C0C)

FREOREF Y b ZAWTAEY 256 OREKRSEHI>
<8>TVL— Mt WIZIXE—Max (BELFa5FNA1 24 )
8— (2) ~ (11) Y2 R4 yTFE I ARDHEF Y MRkl

8— (1) KMAT, EBITYXRAYFE I ARDEIEF Y MERFIZR 7
ICRT . < 1>RTL—MCEMT 5HEWEERT. < 2>IMERLHemE
ZRY . MRBERD<3>~< 7>, RUBEFHORERER<8>1E8— (1) &
o < DB ZDOREFBEWEIKEE LB ZERT,



WO 2004/044005 PCT/JP2003/014389
76
*®7
<1> <2> <9>
(2) |Fi146-17-29ifk |F1031-8-3-HRP
(3) S68 Pk F1106-13-3-HRP
(4) |F1146-17-2PifK |F1106-13-3-HRP
(5) |Fio31-8-35ifk | ses Hi{k-HRP
(6) |F1031-8-3%iff |F1l146-17-2-HRP
(7) |Fii06-13-3 ¥k |ses Fifk-HRP
(8) |F1106-13-3 Piff |F1146-17-2-HRP
(9) |F1031-8-3 ik SA-HRP Bio-S68 P&k
(10) Str F1031-8-3-HRP Bio-S68 ¥k
(11) S68 Hiffs SA-HRP Bio-F1031-8-3

8— (12) U RAvFEITARDHEEF Y b OFELERHR

(1) DREFY XD, EHH 3 — (3)

[2] ERREGHETRIRE L,

TabhbE. S68FAED—-PBS (pH7. 4) T10 kg /mLIZFHRL,

AL/ 7 —b (Maxisorb, NUNC) DEFTIIVCS 0 u LMLz, 4CT

—WhR S, A RHKTEEEEL. 0. 1 %StabilGuard (SurModics,
Inc) 0. 1%Tween2 0Z2EDD—-PBSZ&/IIIC100 Ll

OwF>F Uk, RIZ1%CD14HINME. 0. 1%BSAZEDT7 6mM

PBS (pH7. 4) %L TO, 3, 25, 60, 100. 150ng

/mLOCD14 (1-307) S286CEAEEERFIRRFIZHRL I,



WO 2004/044005 PCT/JP2003/014389

(]

10

15

20

"1

FRERFFCRFIZVIIIVELED 5 0 n LEINL, 3 7TCT 2GS ®/2, K
JSTH. 0. 05 %Tween2 0 Z2OAMHAIE/KT3EPIEL. 5% Ty M
E 1%<UAME, NNVAFT—EEHBF 1031 —8—-3kE0. 1%
Tween2 0 2287 6mM PBS (pHS8. 0) TO. 6 g/ mLIZFAmHRL
FeRmHIERS R ZE U TIVTS O u LIINLZ, 3 7 CT2RFKINE. FRRIC
SEEEHEL. ThIAFINANIIDDV LK (TMB, BioFix) Z2& U IV
MUz, BRT2 0 0MKIGE. 0. 5 MBRBRBK CREZ2EIEL, 71—
JEHEE (NJ—2100, HEA>F—Aw R) T4 50 nmOBENEZERIE
Ulze M4TERL R ZR Uz, BIERREO. 6ng./mL (7527
+3SD) OREE THEERRTERIER SN,
8— (13) U2FA1vFE I ARDRRME

t MUEFICHEET 5E2FECD 1 425 /ERLUARERICRIZTTEHEEZR
NIBED. 0~4p g/ mLOEEDER AMEHKIFECD14%CD 1
4 (1-307) S286CHERIHEMLT. (12) LREHRICAIEZRIT- /.
TOFER, KSITRT KD ITIEH AMERRAIAECD 1 4134 1 g/ mLTH
HERICEEERIZI N>/, TOBRED., AU R vFE [ ARICBW
TEATFECD 14 EORERIGHEIZ0. 3%LUTTHB I ENbhoiz, 74
bB\ﬁ%Mtbmﬁgﬁ%§0D14%ﬁmﬁf‘WE&%%@E%T%@%
R ABIERERRENTH S Z LRSI,
8— (14) >R vFE I ARDHEF Y MO

(1) OF v MZLAUEHEOETEEZFMEL, (1 2) &R 3TEE

DIRfEZ AW FIREEREOEEMRE (CV) 125, 8. 3. 6. 3. 5%, M



WO 2004/044005 PCT/JP2003/014389

10

15

20

78

EREREIZ6. 2. 5. 2. 5. 1%EBFBHRETH o/, . FRINEIK
ARROEINERIL8 8~1 0 9% ERIFTHD. FUEEHR (AU, TR,
EDTA) OEBLRBOSNEN oz, UEDERED. FFv NIt MEST
ECD 1 42 ETHDIT T/ MEEEE L TND T EANRI Nz,

8— (15) 14/ 70% NROHEEFy MERHI

<1> Uk : 3040 REEERLZF 103 1—8— 3Hifk

2> AXTab =Ny R i< 1>2B8HLET IR T 7 A IN—=T 4 V5 — (3
3 —Glass AU w7, schleicher & Schuell &)

<3> PUREMA T > 1 S 6 8HUADEMILT 1 > ROZFDOTHICa> b
=T Y HIRUARY Z O—FIVFROERLT 1 >) 2EL. 0. 5%%
EArTrynyFrrlizmbo)ya—2AA> 7L > (FF85,/100.,
Schleicher & Schuell #)

4> YUTIVETFNyR:33-Glass ﬁ?X774'/\‘-—74)1/57—\
Schleicher & Schuell &)

<S> BIPUNy B (#9 0 0JFHE. Schleicher & Schuell &)

<6> >—b:PBO20TFFRAFVINYF T —b (BioDot &) ;<4>
I T UZZIIED 25, <35>y <5>DIEICHEND L DI 25~<55%, <6>
DLEITHALTTH S

US> NODXTr—=2 (ST 250 ) 5A5HO0EMADT—2)
BB <1>~<5>DEIH 1 (A) ITREINS,

8— (16) ~ (19) 1A/70% b MROBEF Y MR

8— (15) ITMAT, EBIT. EAFUEANL T INTFESOHEEDE—



WO 2004/044005 PCT/JP2003/014389

79

DR EEEZFALEY > B v FE I ARORIEF Y MERAL, ROEHIES
21CFLED 1 6 7 XV BBENS2BRTTF R EBHET AHROER 2R L
YR FE I AROEETY MERGIZR 8ITRT, < 1 >IdEZELREWw
BERT, BRERD2>~<7>IERAUTH B, <3>IBHITHMEELL T,
5 <3>— (1) WEMEA> TV VICEMETSHEWEERL, <3>— (i i)

32 A=) I1 VICEETSEEWEEZRT . <8>id <1>EFfkIc<2>
CBAE U <3< 4 >ITBT 5, ERIMRERITHRINE U < 138K & RTINS
HUFETH DB DR SWEINS LR ERT,

BB, (16) <1>~<5>OMEIK1 (B) iomah., (17) ~ (2

10 0) bREkICHEMFEEND,



WO 2004/044005 PCT/JP2003/014389

80

*38
@ ®—- @) ®— (i)

(16) | £330 RiZ# | ses Fifk P AR J | Bio-F1031-

Str O—JF)Lifk 8-3 Pifk
(17) | &0 P | ses Bk Str Str-F1031-
Bio 8-3 Pk
(18) |£ao+ M‘a—‘:a%!a Str I T AR | Bio-S68 ik
F1031-8-3 ¥i O—)LFik
& |
(19) | &0 PR | str LU P FRY 7 | Bio-F1031-
s68 Fiff O—J)Lifk 8-3 Pifk

(20) | £I01 FEEE | F1103-13-3 | S ERY &
L7z s68 Hifk | Pk O—JF )Lk

@F (ab')z

2B, (20) <1>0fa01 FE#RLZS 6 8HUEDF (ab’ ) , D
BIL, UTOEDICLTITS, S68HENSDF (ab’ ) ,0FsIZ
Immobilized Pepsin (PIERCE) ZH L TLLFDLIITITS. 745,

S 6 8FifA%E 2 0 mMEHEEER (pH4. 5) IZHMEL. 5me./mLICERE
9%, PIERCE D7 b I—)NT Lo TRBLZ0. 25mL D
Immobilized Pepsin ZFAHIL ., EFEFIA 1ML SEETS. XKiZ3 7COIE

BRI TARRBBEL, 1. 5mLD10mM Tris—HC1 (pH7. 5) %



WO 2004/044005 PCT/JP2003/014389

10

15

20

31

AMURKISZ2ELT 5, RINRZRLIHE (1000Xg) L, FILE kRS
BET %, RiCHBEL /= 1E% 1mL @ prosep— A (Millipore) IZHRINL.

P SHZF c ROSRYIBTID I ¢ GERAIES., RRIGELEEL Lg% EIX
L. PBS (pH6. 4) ITHLTBEN TS, F (ab’ ) 2028 0 nmhik
HEZREL., TR (0. 533meg/mL/ cm™) LKDEEZEHTS,
"HENEF (ab’ ) ,Z2EEH 4 EFKICSI 0 RTERL, 001 RE
L7=S 6 8PURDF (ab’ ) ,%B5,

8— (2 1) 7a—2)—RHERpI

< 1 >ZBHERGIR : RED VIOLET Z¥BHMERES 6 8 Hifk

<2>A2Var =Ny R B 1>EEESEEER (No. 63, 7EN
2T U RIERD)
dbﬁ@@ﬁxyfvy:S68ﬁ¢@ﬁk@tzkntwm—xx>7v>
(7 RN T & RS

<4> BNy BRI TOEL>EFIF— MR (No. 28, RN
T 7 )
KOEINTDLTr—X RBIE6—2 7 34 1 QIRED — R (FHslsk
B) 5 <2>ITHFURIRED 2>, <35, <4>DIAITHENDLDIT<25~< 4
>%, <5>OFITHAITTHS

(I 9) & MESTFRECD 1 4 DR

(1) ZIA8Iux b r57 4 —<1>

EfEF] 8 — (1) ICRBMOEEF Y MW T 2B RE g+ OWE %

W9 27z, BIEERZENEZS)IIBERI O NS5 7 0 —H5 ) Superdex



WO 2004/044005 PCT/JP2003/014389

10

15

20

82

200PC3. 2/30 UX¥vh NAAYALUA) IZXD SMART
SYSTEM (7RI v A NAFPL LX) TD—PBSZERARE L THN
THEL., SOEEEENS — (1) IKEROBEFY FEROHKCD1 4—E
I AFw b (I BL —Hamburg) ZHWTHEL~. 2FEOEHIZLMWF v
UT7b—vaFy BBLXUOHMWEY U T —2alFy b (Fyvr AN
FYATLR) DOIBYIVRI—E (158kDa) . BSA (67kDa) .

ARTIVTI> (48kDa) . FENUTYY (25kDa) 2HNWTHIA

1

¥y UTL— LT/,

TORER, HOITRTEDICHKCD 1 4~-E I A¥Fy NTIROTFENS 7k

DaDmBEEHCD 1 43RS, kL VHEDHS49~55kD aDEs

TEBECD 1 4BEAETH D LYz, —F. EMpi8 — (1) I°EH
DF v P TIRPTE3 5~4 5 kD afhICBUILERE TRIE SN/t MESTF
ECD 1 4ITHRTHE—IMRIEN, £7/25 7 kD afBEICIZE—7 2%
SN2 ENG, Ef 8 — (1) ITEROF v MM ICHEET 5%
HEAEOHZRENTRIEL TN Z &R I N,
(2) ZA@BIORNTTT 4 —<2>

(2) —<1>EFRICBUERZOMES 0 1 1 25V nx 757
4—HA5 . Suwperdex 75 10,300 GL (FX¥vh NAFHAT
A) WEOERBHEELT2 0 OmMEEEY > EZU A (pH 6. 8) ZAW
THEL, &Fy beAWTHRELZ, SFEROEHIZLMWE YU TL—3 3
>FY bBIUOHMWH v U TL—2aFy b (Fivyh NAFHA1LY

2) D3BBSA (67kDa) . #RTNTI> (43kDa) . FELUT



WO 2004/044005 PCT/JP2003/014389

83

/=72 (25kDa) ROURXZL7—EA (13. 7 kDa) 2
ThHILEFYUTL— LTIl
TORRZER TITORY . Ehgl8 — (1) ITHBOFy M TIIHTFE25~3
5kDaffific, £ MESTFECD 1 4ICHET B E—I Rt Iz,
5 (3) F1025-3—-18ilAT 74 =2F4—HILIORNTTT 4 —
(2) —<2>THRsNek MEATRCD 1 4ICHRTHE—7 DES WA
W& 7503a>12) #F1025—-3—-1¥ik7Y 74 =54 —hS5ar0v
NTST 4=l HEE MEDTFRECD 1 4ITHRTHE—IIL. T I4=F
A —H 5 LHBEESTBHING, 2B, F1025—-3—- 15y 7125
10 4 —A5 LOREGNTERL, WO01,7220 855N ICEMHL0EL

TR SN TS HIEITHEL TTS T LN TE S,

INHORRITED, EMEPFRECD 141k EFCD140AKRHEIH
B3 &Y HEFES 2 ICRBORFE DT F RICRENZFRICHE L. =
15 7ZEFCD14DONKFELD 17~26FDY I/ BEFIZEMTHHICD 1 4
PURICIEE T 2 AIAHERE TH S, £k, YIVERTHTEIZ25~45
kDaThb, MATECD14 (fBRDnative CD14) KDHELHTE
THHLHWEND, £k, BHFECD 1 4IHRENICHETBF1025—
3 — 1HUKIC, B TFRECD 1 413EE LA,
20 (EhEgl1 0) HFEREEELFESTFECD 14 ORE
HUMAEBE MG SBEIFE SNz 1 OBBERLE (&9) . £k F¥

AL 261 (B3 141, &2 141) . ROSEERRBRESE (2 0B, 6 04



WO 2004/044005

84

ZHhH 8 — (1) ICREOHEF Y bERWTHE L.

PCT/JP2003/014389

9
BT’E | MR | Fls ]
1| B | a1 | ayys—FRls
2 | & | 44 | a7 S5—YREE
3 | % | 61 A=AV AN::|
4 | B | 52 TIFTHE
5 | B | 37 RIBE
6 | & | 67 KIGH
7 | B | 70 EET RUBKE
8 =) 51 Pantoea
agglomerans
9 8l KIGE
10| B | 77 RIGH

MEFDOESFECD 1 4 DBEIIEFEATO. 008~0.
LiZo#fl, EHEIZ0. 04 g,/ mLTHolz, RIMERETIZO.
~7. 260ug/mLIZHHEL, EHEEIZ2. Oug/ mMLTho/z. EDF

BCD 1 4 REIEIBUINESE TRIEEAROSHRERECHEBETHD, &

REREPIIERA LR TREZRTREBIIREE RN o /.

(ZEiE 1 1) TROMPAIEECD14EL I SAty &R

11— (1) SEREEENFBEECD 14 DHEIE

100ug./m

190



WO 2004/044005 PCT/JP2003/014389

86

%mﬁlO@@%EmﬁCDl4—EIA#thIBL—mmmm)E%m
THELE, IEFOIRECD 14 (EHFECD14E/RATECD140
BEFEHE) DEEIRERATS. 6~11. 2ug/mMLIZHML. BILESR
HTIIBEGIDED 5Nz, UL LENSs, SBEEBEEIETICBNTHE
FCD 1 4 MWEEERTHNLSERD 5., RINEEE & OMICZEITFRD 547
INDTZ,

11— (2) S68ykzAWFy h&DHEK
Efim 1 1 TAELZESTFECD 1 4 DRIEM & HBHRE 2707z, £10IT
ARTEIICHIRCD 1 4—E 1 A¥Fy MNTIIER., SERE, RERICEKRL.
TEREDZELMRD SIBNOIH UTEMF 9 — (1) OREFy b TIRIE
AL BBEROMICEIZEED 5NN, EEASBULEDRICIES 0 fF0zE
HERD B, FEMF 9 — (1) OREEF Y b OREEARUMIE TREIC EFT
BT EMBSNIIED T,

*®10

fFCD1 4% (vg/mL) Lt

EH SEHEE | RUE | BUiE/EHE

i 9 — (1) 0. 04| 0. 06 2. 0 50. 0
DREEF v b
MIRCD14—-EITA| 7. 6 9. 0 13. 2 1. 7

BELEEEADFSES3S. D. Z2hy bA7{E (EpTECD14-E

IA:0. 134ug/mL., HilRCD14—ETIA:11. 14png/mL)



WO 2004/044005

EUTEMA e SRS (EF+&BEE) o TR L aiRER

86

PCT/JP2003/014389

1 LITRY . TORRICEDE, ity FO—EE (((EIABE—FEFEI

ARRM—EED) /X 100) . BE (ETABE—ZBEBMHEFEX100) .
REE (B AR TRRFIX 1 00) 2EHL-EZA, £1 2ITRT

I, BEHPFECD14-ETATII—&E94. 3%, BE100. 0%,

KRE9 3. 8%&Ay M TEERET S I &ITX DRBUMAEDEHIRENITH A

THBIENASMIRo7z, —F, TIROCD 14 —E I ATIIRE., KFRE

EBITBUILEZ 2 TE 213 EDREMEIIFRD 5NN o7z,

x11
Ak &5 R {1 &t
REE BUE | EF | SEEKRE
Ehf 9— (1) OEEF» k 10 51 54 115
HIRCD14—-ETA 6 51 45 102
BEr 10 5 2 60 122
%12

SEHEH 9 DREF > b

MRCD14—-ETA

—EE (%) 94. 3% 83. 6%
RREE (%) 100. 0% 60. 0%
BREE (%) 93. 8% 85. 7%




WO 2004/044005 PCT/JP2003/014389

87

FEZE L OOFI FFIREME
FEAICINE. ENELITFECD14D1~6 8FBHETOY I JBEFIMN
SBRIND8~3 07 I/ BBENSRBRTF REFEE L THERINSH
, ROEFIES 2~ 4 ITRBOT I JBBEED 52D RTTF R EHEAT ik
b MEHENn s,
ZDEIaifEzEE MESFECD 1 4HIEFY MTHWSAZENTE, #F
v M, E MEDTECD 1 4 2@, lENMDRENICEEXIIERTE.
BUERE OBWICERATh 5, AFHATIL. LEFFZ2E0E MEOTFECD
1 4BESFy FROMWEAEERET 2, 512 E MESTFECD 1 4 2E#
10 HET 2MUNEDH R BETEERET 5, 510, ERVIROEEICERA
RTF MR LERFUROEE SR RIS 5,



WO 2004/044005 PCT/JP2003/014389

10

15

20

88

# R o # H

1. BFIES 1 ICEBOT X BESIN SRR SN BEELES~3 073 /B
BENSIRDRTF REPiE & UTERI NS IR,

2. WAIES 2~ 4 DWFNMCERROT I BBEN 5735~ TF REHEE
U TR S NBHiTE,

3. HAIES 2~ 40NTNAEROT I BEBEN5REXTF K EEE
BPiE,

4. BFIES 2 ICRRO 1673 JBBENBBERTT RERETHHIE,
5. Dla<Eb—DDk MESTECD 1 41THET55MEE L I3sbikol;
F&&d. E MESGTFRECD 14 2RHETIC. REICEENS L MESTFEC
D142EENET 500 MESTRECD 1 4HiEFy b,

6. Lit MEATRCD 1 41ciAaTHHAE L < I3HBUAOBR- & LT, 3
SRIE 1~ 4 DV OFURE /i A OB 2 S ORRE 5 13D
b MESTRCD 1 4HlEF v k.

7. LREE MEATRCD 1 41CETAHHEE L < Wbk OR & LT, &
SRIE 4 1A OHUR 72 AR DI % 2 008HRIE 5 1RO b MEATFEC
D1 48EFy b,

8. ¥ KA v FREBFEEICED E MEATRCD 1 4 2 M T 53RES5 ~
TONWTINIEEHOE MEDTFECD 1 4HEF Y b,

9. EMESFRCD 1 4 1CHATHE_DREWEES bicahkiE8 103
HOE MEATFRCD 1 4WEEFY k.



WO 2004/044005 PCT/JP2003/014389

10

15

20

89

10. EEEBE_OHEWEN. b MESTFECD 1 4ITHET3PFEL 13
PUADWT FTHBFRE I ICRRO L MESTFECD 1 4HIEFY K,

11, EREB—ORawEN. E MEDTFECD 1 4IadTsE/ 70—+
FUE U <3EPEOB A Th 5 RE 9 ICREHO L MESTECD 1 4HIEF
v o

12. LREE_OKEWEN EMNELSTFRECD14017~26FBHADYI )/
BEREDNWTNNHE T HPUEERIIEIEROEH. $50Wdk MELTFEC
D14D17~26FHDOT I JBEEONTNNCHET HiEEEATHE
U VERRZRSHEZRTHUR, ERIEHIUROBA Th 55ERKE 9 ICREOE b
BEOTFECD 1 48EFY .

1 3. FERE1~4 OWTNMITREBMOTUR E 1 IIREBUR OB AR RN

BELTVNSEREI~1 200WTIUMNIEROE MESTFECD 1 4 |IEF Y
B

1 4. FEKREL~4 ONTNNICRRBOTUE /2 IHIUROE T ME#R I hTn
SEKEI~ 1 20NTINIEROL MESFECD 1 4BIEFY b,

15. SHICHE_OREREGEHRT 2B _OREGSMERDE_ORERKS
WED/)N— b F—E2EFUHREI~ 1 4OWTHNTEROE MEDTECD 1
4BESY b,

16. LRV RAyFRERAEENC L/ 7O MNEEFIHLUZREETH S
FARES ~1 5 DVTNMICERO L MESTECD 1 4BIEF Y b

17. BBV RA w FRBRIEEN 7 O— 2 —E2FH U EETH D5
KIEE~1 5DOWTNNICEEHOE MESTFECD 1 4HIEEFY I,



WO 2004/044005 PCT/JP2003/014389

90

18. L MEHTECD 1 42REET. £ MEATECD 1 4 BRIET 5720
C. 73 Eb—DDE MEATECD 1 41CHATBHIRERR L, MikicE
ENBE MEATRCD 1 4 REEAET 5L MEATRCD 1 4BEAE,
19. Eflk MEAFECD 14ITHET 55 L LT, WRE1I~400TH

5 RO R R OB 2 E AT B RERE L 8RR MEATE
CD 1 4 OHIE £,

20. b MESTRECD 1 4 2HEENET BRMEOBEHIE,
2 1. BFIRE2~400WTNNTEHEHDOT I /%%%mbméf\7il\
2 2. WAIES LICHBOT I BEAN SBRSNBEHLES~3 073 )

0 BRESERENTTE, KL URAER 2~ 40WTIACRROT 3/
B B R TF KR ET B, BRI 1 ~ 4 DWTNACEROBEDN
Ik,



PCT/JP2003/014389

WO 2004/044005

1/17

=Yg T
U—d~E JdAys
/_lmn\.n.,,\u\,._HANV

%4 h\x a ,
JACMENH<S> o) pyE<g> 5 TS MNMMMV
VL | M \ E% ()
W £—ng A7 @ e-9
(MY 21 W)-<e> 14808 _V <g> w -59“_ oig<g>

NSEE ) OocT<|>

1l S
A—O4<c deye
—L TARAE<S>
NLAK RISVAR
I
SRy rEhi<e> uvmﬁM_Amv M_ﬂ__“_”__ﬂ \_Ph\.b.Avv

n R

(V)

YW f£—O4 \4
(130 Ga 2 1% (11)-<g> ﬁﬁwmwe Amv

€-SL-90 1L 4% *t\_unﬁA_.v

L°DId




PCT/JP2003/014389

WO 2004/044005

2/7

(jw/Bu)
L ol 000°) Wl
F -+ ++

IFHE

aul|
|0JJu0n

¢ D14




PCT/JP2003/014389

WO 2004/044005

3/7

ol 8

(W 31) Ly

9 ¥ 7 0

Y

G—

S B T

JEL£LvON—D L)Lk —v—
(H8Vv9~69)J-L£LvP1LAD——
(B829~L9)J£LvP1LAD —=—
(B88G8~£9)J£LvP1LAD—o—
(B889~€9)J£LyvP1LAD—o—

¥

e
o
(WuQsSY)

ol

QW81 )J£Lyv

€' DId




WO 2004/044005 PCT/JP2003/014389

4/1
FIG.4
’
/0
15
E
g
fif
R
=
05
0 1 1
0 50 100 150

CD14(1-307)S286C (ng/mL)



WO 2004/044005 PCT/JP2003/014389

5/7
FIG.5
50
—~~ /.\ \/‘0
D)
E
S 30
N
R
S 20
v
F
5 10
(&)
0 } 1 ]
0 1 2 3 4

IEE AMEREREE CD14(u g/mL)



PCT/JP2003/014389

WO 2004/044005

6/7

ONTELLC
0¢ Gl

JAEVIE-Y1QOE LK —O-
NAFVIEEEL -1 100 —0—

T 1
B0y  B@ILS

001

00¢

00¢

010) 7

00§

009

(w/Bu)

9°DIdA




PCT/JP2003/014389

WO 2004/044005

1/7

J4EVIE-VIAOEF YT O
JAXVIEEEL -7 100 —e—

uonoe.

0¢ Gl

eE@ 0ced 29

1111

e@iL’EL

eaxse

eaiL9

eaxey

09

001
0G1
00¢

o O
o O
™ N

0G¢e
00y
oSy
009

(Jw/3u)

L °DIA




WO 2004/044005 PCT/JP2003/014389

19
SEQUENCE LISTING
<110> Mochida Pharmaceuiical Co., Lid.

<120> Kit for measuring a low molecular human CD14 proiein and aniibody binding
with said proiein

<130> MD0688

150> TP2002/328866
151> 2002-11-12

<150> JP2003/330775
<151> 2003-09-22

<160> 18

{170> PateniIn version 3.1

Q10> 1

Q11> 68

<212> PRT

<213> Human

400> 1

Thr Thr Pro Glu Pro Cys Glu Leu Asp Asp Glu Asp Phe Arg Cys Val
1 5 10 15

Cys Asn Phe Ser Glu Pro Gln Pro Asp Trp Ser Glu Ala Phe Gln Cys
20 25 30

Val Ser Ala Val Glu Val Glu Ile His Ala Gly Gly Leu Asn Leu Glu
35 40 45

Pro Phe Leu Lys Arg Val Asp Ala Asp Ala Asp Pro Arg Gin Tyr Ala
50 55 60
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Asp Thr Val Lys
65

Q210> 2

- 211> 16

<212> PRT
<213> Human

o0y 2

Arg Val Asp Ala Asp Ala Asp Pro Arg Gln Tyr Ala Asp Thr Val Lys
1 5 10 15

Q10> 3
Qi 17
<212> PRT
<213> Human

400> 3
Thr Thr Pro Glu Pro Cys Glu Leu Asp Asp Glu Asp Phe Arg Cys Val

1 5 10 15

Cys

Q210> 4
Q11> 19
<212> PRT
<213> Human

<400> 4

Arg Cys Val Cys Asn Phe Ser Glu Pro Gln Pro Asp Trp Ser Glu Ala
1 5 10 15
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Phe GIn Cys

210> b
211> 356
212> PRT
<213> Human

400> 5
Thr Thr Pro Glu Pro Cys Glu Leu Asp Asp Glu Asp Phe Arg Cys Val

1 5 10 15

Cys Asn Phe Ser Glu Pro Gln Pro Asp Trp Ser Glu Ala Phe Gln Cys
20 25 30

Val Ser Ala Val Glu Val Glu Ile His Ala Gly Gly Leu Asn Leu Glu
35 40 : 45

Pro Phe Leu Lys Arg Val Asp Ala Asp Ala Asp Pro Arg Gln Tyr Ala
50 ' 55 : 60

Asp Thr Val Lys Ala Leu Arg Val Arg Arg Leu Thr Val Gly Ala Ala
65 70 75 80

Gln Val Pro Ala Gln Leu Leu Val Gly Ala Leu Arg Val Leu Ala Tyr
85 90 95

Ser Arg Leu Lys Glu Leu Thr Leu Glu Asp Leu Lys Ile Thr Gly Thr
100 105 ]10.

Met Pro Pro Leu Pro Leu Glu Ala Thr Gly Leu Ala Leu Ser Ser Leu
115 120 125
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Arg Leu Arg Asn Val Ser Trp Ala Thr Gly Arg Ser Trp Leu Ala Glu
130 135 140

Leu Gln Gln Trp Leu Lys Pro Gly Leu Lys Val Leu Ser [le Ala Gln
145 150 155 160

Ala His Ser Pro Ala Phe Ser Cys Glu Gln Val Arg Ala Phe Pro Ala
165 170 - 175

Leu Thr Ser Leu Asp Leu Ser Asp Asn Pro Gly Leu Gly Glu Arg Gly
180 185 190

Leu Met Ala Ala Leu Cys Pro His Lys Phe Pro Ala lle Gln Asn Leu
195 200 205

Ala Leu Arg Asn Thr Gly Ile Glu Thr Pro Thr Gly Val Cys Ala Ala
210 215 220

Leu Ala Ala Ala Gly Val Gln Pro His Ser Leu Asp Leu Ser His Asn
225 230 235 240

Ser Leu Arg Ala Thr Val Asn Pro Ser Ala Pro Arg Cys Met Trp Ser
245 250 255

Ser Ala Leu Asn Ser Leu Asn Leu Ser Phe Ala Gly Leu Glu Gln Val
260 265 _ 270

Pro Lys Gly Leu Pro Ala Lys Leu Arg Val Leu Asp Leu Ser Cys Asn
275 280 285
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Arg Leu Asn Arg Ala Pro Gln Pro Asp Glu Leu Pro Glu Val Asp Asn
290 295 300

Leu Thr Leu Asp Gly Asn Pro Phe Leu Val Pro Gly Thr Ala Leu Pro
305 310 315 320

His Glu Gly Ser Met Asn Ser Gly Val Val Pro Ala Cys Ala Arg Ser
325 330 335

Thr Leu Ser Val Gly Val Ser Gly Thr Leu Val Leu Leu GIn Gly Ala
340 345 350

Arg Gly Phe Ala
355

210> 6
Q11> 8
<212> PRT
<213> Human

<400> 6
Arg Val Asp Ala Asp Ala Asp Pro

1 5

Q10p 1
211> 8
<212> PRT
<213> Human

400> 7

Val Asp Ala Asp Ala Asp Pro Arg
1 5
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Q10> 8
Q1 8
<212> PRT
(213> Human

<400> 8

Asp Ala Asp Ala Asp Pro Arg Gln
1 )

Q10> 9
QI 8
212> PRT
<213> Human

<400> 9

Ala Asp Ala Asp Pro Arg Gln Tyr

1 5

210> 10
Q11> 8
212> PRT
<213> Human

<400> 10
Asp Ala Asp Pro Arg Gin Tyr Ala

] o

Q10> 11
Q11 8
212> PRT
<213> Human

<400> 11

PCT/JP2003/014389
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Ala Asp Pro Arg Gln Tyr Ala Asp
1 5

210> 12
Q211> 8
<212> PRT
<213> Human

<400> 12

Asp Pro Arg Gln Tyr Ala Asp Thr
] 5

210> 13
Q11> 8
<212> PRT
<213> Human

<400 13

Pro Afg Gln Tyr Ala Asp Thr Val
1 5

Q10> 14
Q11> 8
<212> PRT
<213> Human

<400> 14

Arg Gln Tyr Ala Asp Thr Val Lys

1 o

210> 16
Q211 13
<212> DNA

/9

PCT/JP2003/014389
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213> Artificial Sequence

220p
223

<400>

Oligomer:8 1inkS

15

agcliaggaa 11t

Q210>
Q1
212>
Q213

220>
<223>

<400>

16

13

DNA

Ariificial Sequence

O0ligomer:8 1linkA

16

ciagaaatlc cla

)
Q1D
Q1D
Q13

220>
<223

<400>

17

26

DNA

Artificial Sequence

Sense Primer

17

acalclagal gaccacgcca gaacct

210>
Q1D
Q12
Q13>

<220>
<223

18

30

DNA

Artificial Sequence

Anlisense Primer

PCT/JP2003/014389

8/9

13

13

26
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400> 18
{ilgeaicct taciagagal cgagcaaicl 30
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