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[0001]  AS B Je— BiE BRI AE A — A BAT N R IR R — A AT 24045
BT MENTOCEAE R ICER L ISR G R BT I T7 1% o IZANTTE RIS
TRIE Rl 2 R IA I G S SR S MR T o

B

[0002]  FEVF 2 G o AT NV o 75 B R J i RO 2 77 RO RE, &5 9t Blidk
RIAE T PR T AT SE A R0 A A R P AR AR, TS A T il D R A /R B
1) 52 AR B AR SR AT DG M 5o 5 A 58 T AR L, SO RRNER — AN A
olJe ELISA, HEE ¥ 38 T 5 % 5 A4S AT IINE 5 IR &2

[0003] U5 Z& T FR M5 1€ & 9% Ot 4% Bl #F £ & T Mujumdar %¢ (1993)Bioconjugate
Chemistry,4 :105-111 ;Southwick 2§ (1990)Cytometry, 11 :418-430; Fl £ £ H
55,268,486, £ —kn 5% CERESIE R T Cy5, I H AT BLN = A ¥4 )8 T M UT 2% B2 1)
Biological Detection Systems 23w 33, i 44 A FLUOROLINK™Cy5™, %75 FEriRRfE AL
T 2OGHR A EHOG RS GEF A 130, 000 F+/ FE/R A 250, 000 -/ JE/R) , R R I &+
72 E3, AR R ZHAE DM BEEERL ) B AR S GEATE [ BAAE (500 412K 2 750 41K ) Itk
ST, 0 R I, L RARIE R e It 45 S e P

[0004] B IXESAR SRS, JF TR MR AL T PG AR AT AR SR LE R o o)A, IX LB
BRI FE v i AR 7, T BUZ AR OR AR g 2 A B B . i seyukl
Gy FAES BRI AR B A BRI IS, AR AU S 15 K B n] LS [ 2 B AR K 1X A H
FEOR PR TR LSS A 2 BAHUAR S 7 H T 2 A 5 B RR M 4 kb 72 H - 7R
PRI 7 FEE TR B AL T 9OLHRRL Cyd IS UL T, s irinds 2 17 gk (328 650 4K KK
KPR 667 KR 2 72) « U2 UIAS Cyb 4r TR &5 & 2 AUk T, 3545
BAEM TGO %, @ AN YRy TR S A 2 R — PR I X TOE S HIEE TR
b XPhABESS &I YA G+ 22 B — BB AR 7 BORE I B 2 FR ) TAEH Cyb— #Rid
(R e HL B E5-5 WD TIR Si 43 B IR R U

[0005] [ AT 2001/0312105 AFF T — DRI R GG HRIE T 5 1%~ TR AR L
S 77 AW G IF T I AT AT B BRE R BRI B 28 A 1 2 48 SRk [P Hb R P45 21
o

[0006] 752 U I U7, FH T 18 ik 28 GBI 2 R G S e o0 B LA e R BBRE S I 48 23 A
Yo ZITIEN 5y T H P ERAE, RN e e 1t 15 5 A/ IS e s

XRAE
[0007] A B B T IRINAE M A BAE b B e URE B 2 D B 8 e S e 0 s

PRAT A s AN AL B AT B0 B VD AR S VR KA it 250 o R 5 20 AP 0 5 AT A i ) 28
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—HURE G 5 (o) REAZIRET A i 5 N AL BRI KR 2 A IR R LS — &
PGS R 5 — A 0 4 1 B 20 — DU 70 IR LA S iz il IR o B 5 (d) R fidel i 5
NS VR RIUL R 2 R VE BRI A 3 5 (o) REZIREM IR A &0 9 i 97 1 5 s
LRI BT S REW, ZREME G R 5 D T RAZES A N S R
A 25 DPIEhRIL, DAEIZIRET Wi L G2 BT, 56— Huk, 1258 — Pk, iz
6 FER (05— A3 e SR TR e e A4, FerpiZ 8 W2 o i, OF HL oy T E s /b
A 3R, KOGHRICHI Sy T B /N T 2000 TE R ; (F) Rz m et i om s A& 26 —
VR 3 —Welr AR AVERR R AT R om 5 (9) RPIR (o) & (1) 1-10 Ik, LK (g) MiLdE
FEBRET R 3 (1) RO A 5 R BRI e B 50 o

[o008] AL KB —ANAEW, 5 () BA S TE2D—HTIERWRSAES
W, (b) 2540 Eit5 05, IFH (o) 25 M H = (ke ) &4 (11) (ruthenium(11)
tris—bipyridine), &Kk, I BE MG, ML ML= KL 2 RO T s R &5 5 70 7RI
FO THE G RIRED L.
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[0000] [ 1 Won T H FHERINERE L BER TH I 2EO6E 5 MO R S
[oo10] [ 2 o T H FERINTEGREN fi i 4k 25 RO 5 1 AL 22 ROGIRIN R 4
[0011] [ 3 Bor T FH PASINHU S AR A BT ) G2 73 B s Ab B4k, Ag L, Sa 5557
RAER, B AR, F SO0
[0012] K] 4 SR T AERH G (R IREH e
[0013] &5 &R T Hil&ACHE ficol1400-SPDP [ FER .

& X
[0014]  BRAEAE T 308 S, BRI SRR 45 4 A R TS AR A Sl AN 572 B 2 A
(938 5 S ST RS
[0015]  JRAME I “L)” FaAEFT A28 E £10% LA .
[0016]  BLAME I “ 255 4 M 70+ 7 1R 68 2 5 R 3 i) o+ e e R 46 6 IO
[RATAT 53 F o
[0017]  JEARI “HBiLL” Fr LB K R 5 8 R ST I EE AR
[0018]  “ZE& 7y 17 FREEM &5 6 5 — N BRI TR 1o
[0019]  JRAME I “ &5 G ECAT” Fa ik sl 5 | F R Rk 45 A AN 3 o 856 X i+
BLFE ABAPR T, PURFERZ PR BIPUA, BRI S L2 0k, B R 1 B ANE , AR = fipi ke
YzEEE (avidin) , EWRMBEE G ER, EWENIEME (neutravidin) ( R
AMPAEWEREN (avidin)) , BEERARER, REK LG 2 EMRANFEEENER, £
VEMPAENZED (avidin),, EYREFEMZE (neutravidin) , WHEMPLIOLE, 7iE
SRR/ PRI i E  (digioxigenin/anti-digioxigenin) , DNP ( 2L
My ) FiHL -DNP,
[0020]  JBAME ) “SALREY” fe— AR MR G, HBA sl =4 551, Honl Re e
RIRAFAERI ARG, Bl— B RSB G
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[0022]  JEARAEHHE “BPIREB EW 7 Fe EL AP 1o — DRPARE S — BRFR
HuFRGE T A% 0, HLIE SR EERIR = 4E 45
[0023]  JRALARE K “ LAk 22 A& e (ECL) $RAEMH 1 HIAL 2 S S b P 2R 1 e AE AL
SERIGH, AL EE AL R TR AR 22— AN RsORe S B A A B0 A R A KOG, ECL
WO BT AR R RE L T ON, (AR R ) 1. BCL I8 % ] LUE
L7 & R G ORI FELAL S It A AR LA R ) LR R
[0024]  BbARAS I “ i i HR a4 i e A8 I A i b o =5 v e 2 e AR T
Fon] AR B A 2 5 2% R 1
[0025]  EARAE ) “HRAR AT IR 35 BAT— I S HE AU L ] A4 L
[0026]  BEARE I “2REF” $RAEAL M B BT e T s & 03 T IO IR AT I TR%T
HAT s ik o i%3dmsm (AESE O AR IR o ) oA R e s & 20 7 )=
ER IR SR

BB e B T
[0027] AR K — A RBBURIE RN M TR KA LRI, — MR a S (1)
A AAT B AR R m B LSS S i o 7 e, GO M-SR & THES
ROChRIC GG IR RS EEY, JFH. (111) BRA RS aM & R R
[T ARG A3 1-10 UIF HL-55 A 8 28 & ) B 52 S I, S0 R 71 ) AUk
B AR B AU S Wi RN TG R, () FIHRA /MY LA
B T R R R, (1) I — DS 28 G0 FRZAROthnidsi &
(K TR WSO, AR (111) 5 HAT TR I e 88 5245 WK T I A 1 3 [ 451 7
AP AL 1-10 YOF HE R SR B3R AW S B R 41 £, odt T 3K
RIS o XM, BOLME 5 LM 5 P v 3
[0028] AT VEARAE T i SRR 5 2 M0 AN K 0 73 k), AR R R AR 2
IR o ATHEERGAT R BTN EGHR R, b — A 2 GG T2 K
AR R G . BEVMAA T &= 400K, ik =—H T E /R REWIAZHA
HRpE G RN AR R A S . AN R 5 N EE S TN ESY,
RIERT 10 40 RICHRILNER /S, Foor 78 < 5K /R, R A CERIAH W - Ark
FEA 1S FP R 3R i g S A A B B e d v RBURE
[0020]  ARTPEBRINAERARRFE DR T4 12T EAFP IR - () R385, HEA
[l 52 PE AR AR S L5 — DU, b iz sm R IR EAR < 5 220K 5 (b) Rz R A
B HAT R BT BORE it v A o 7588 TP R 480 B 5 AE IR A o 5 — DR &
(c) R IZBRET A v s N A 2 TR VR AR A0 2 A T RV 0 R — &5 A O X 26— ik
REG I PR IR LG iz iR R A 5 () R i im 5 3 PRI I vE
A A HORVE R IRE A 3 5 (o) REZIREMH S N &8 7 W AT W 4 b iy
WSRO ZREEME G 205 D00 T HRZEE RO IS s fE > 25 4~9¢
Jebric, PAEZIRET A i L Bz 8 o3 M, 150 — DU, %508 PR, Az & & o 1) 56
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— RS R A e B A, PR R S S, JF Ly R R D N A —H i
IR, RICHRIC IR 73 BT/ T 2000 TE /R 5 (F) Rz R e A s A\ 2 5 R 28 — vk
BRARA LABER IR E o 5 (@) EEDE (o) £ (£) 1-10 %, H (h) Wi I E 7 ERE A I 1 &
A5 T R Sz B A4, iz sh — i Nz i e o e gk

[0030]  TEEER (a) 0, ZIREN P LA FIEAR, AT, AL, |[JE, IE)7 %, = MIEAE,
HEKE R E PR L2 /D 5 L 1L, ARk 10 te 1. PRIEMAL. BRI E 500 2 i TE) 1%
PREF Wl R AERE TR — R B Z P AT i, TR S PR 22 /004 5 L0 1 RERE, Afi%
PREF IR o R A NI o X ORI, B 7T LU B AR X AT

[0031]  iZEREF HA M TS5 G M s im . 12 im A BRI i i, HER<5
LM< 2 oK< 1 22K, H40, 0. 5-2mm. iZEREME IR /MR IR P e T s. &
56, ANR I IR EA SRR e M4 A, R A RS B 5 8 =, T4
(R AR/, #5707 AR i o b R B AR ) o BRARFAEAST I B o A6 T 005
T B BORIAR IR, AR Se b Sy Gy n] LS o E— 30, R im i) /R
AR BA S G &N B, S8R E R v A 2 AR P I, %GR 255 A FEHR
B R FIRE WA R g R AR o SRS G ] ZEAS T PG THAE /D R] B
ARG, % S, UL ROV B AT VF 2K, il 1-10 K.

[0032]  ZEREF AL R AR A TT LA g & 8k o S i 2 — i ik o 145018 e
FARE A CZIRE R o AR R T ) BT VAL Sz AR Ak 2 o DL, Ho8 B [ AH R
AN R ILA B, BRI B B T L. 38— BTk 5+ 1] LAk BB 7R 1A% R 1
o B S PUA] DU I 45 G O B TR [ 8 AR AR Bk T b 40, AT BASE I X i
] 2 2 1T PR B o o a2z ] A5 T R ) 2 ik P I B R L O &5 5 [ E BTt 3R, AR
Ja 2O EMRC S — Pk n] LA JORm MBI RN & (45 H0 ) 456 2k
K,

[0033]  {EBER (b) , iZIREM A o Bl 3 A BIRE AR T 20 #0260 4388, ik 20 763 10 4
B, CLESG 8% AT IR ET AR o (1) 56 — AR

[0034]  FEAZIR (b) )G, ABRE Rl el st 1-5 Ik, DL AE & A PR e A A b bk
1-3 o IXBIMGEE D IRT] BEANTE L, PR T /)N 1R &5 -6 3 T 1 R i TR VR A/ PR
1o PEHOEE &8 S2 P AR & YEF, 1 an ek 35 20,

[0035] BIR (), EIREM A s A i AN BIFE S A 25 T 20 #2310 439, AR1E 20 #3253
B, LLES A1 BN R A om0 0 Ao ARSI E — D 54 A BN S — Rt 455
[ PRI

[0036] &5 G ELA I AR HUR MG, BUAL R 52 14, BRI B AME , Bl AR &
FHMRAKAEY . B, &G B2, AR MR SR, EYENUEDREA, LY
RHMZEMNZE (neutravidin), ZOCRMPIFINE, wRIEFHIE TR / Pt s 1
(digioxigenin/anti—digioxigenin), DNP ( A28y ) FIHt -DNP. ik, 45 & ECATHI R
— B A AR RN G A O AR R R B R R

[0037] AIR (), ZIRE A PYE 1-5 Ik, R AE & A Ve I PE A4 th b 1-3 IR ¥k
VR A PRI SR T PR SR, 6 iR 20,

[0038] BIR (o), IZBREM M IR A R A RIS A Y B A A4 T 20 7021 5 40 8h, 4
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6 20 FPE| 2 438h, CLTEIRE Ao b I8 BOZAE 2 BT, 56 —Purk, 58 Pk, Fz g A
BCXT 58— AR i R A K e B ak. 29 T o1 —RaW, 2R eWdaa 2
> B AN IS S TR IR A R 7 0 28 /b 25 AN SEERRIL . B AW RS A, 3 B4y
TE2 /DN 500,000, Lik— 1 T IE/RET. ZBEAVWEEE— A0 (B, R s &
W), — N2 EHR, —MREESY, — D2 ol B8RO . SR AWML RA 2- 5
3— UELE I SEAL . ZE S WARIEASE 5-50 B 5-100 AN454 43 1A 25-100 B 25-500 4>
RN F

[0039] XA BHA H R GhRid B4 F=/NT 5, 000, ik N T 2, 000, 441 500-2000
B¢ 100-2000 JE /R W, 7E— L P, RO I E —PNMEAEFOAR, HUER, KA
MHATEDR —AD2O0R L. BN, Z5O6 3K Cyb (47 F & 792), Alexa Fluor647,
DyLight350 ( 4% T f& 874), DyLight405( 4% F & 793), DyLight488( 4% ¥ & 71011),
DyLight550 ( 4% F & 982), DyLight594( 4% F & 1078), DyLight633( 4> F & 1066),
DyLight650 ( 4% F & 1008), DyLight680( 4+ F & 950), DyLight755( 4% ¥ & 1092),
DyLight800 ( 73 F & 1050) , Oyster ZGHEL, IR Yok, sRELFE 2N EEGAW L& (Flhn
WMEILE (5. 5.2, 58)) mHRaiieey.

[0040]  7E 55—l b, i R kR Id2E 1 = (RUkRE ) %7 (11) (478 1057) , &2
(TR LT, Y RERS (O[[[4-3-[ (2, 5— Wi —1- ntbngLeds ) 48, 1-3- Mg & 1 284 ]
PRIk 1-10- FFENY g =5 FREER, 4> T8 632) , AL 2 (/3 1 652) KItbZER 60
T

[0041]  4iZ%gs &0y 72 2 IKEER A B, 122 ebr i i] LR R 2 0% 1 SRk A B (1)
WAL g A A E I 2 AR oy 5 2 0 E S, AEE A, RS, s, B, W)
W, Bl e B REA

[0042] iZ&iG o TS5 2 TR NSO 45 6 0] LLR LR 45 G4k 24 4E R 2 s 25
SEIL, ALFEIE, B, e O BR R, WP R R, LT, WESERI AT 2L, M /F 2 225 SO 8% T H
W E AT 4. (Leary 25 (1983)Proc. Natl. Acad. Sci. USA80 :4045-4049 ;W086,/02929 ;
EP063879 ;Langer 2 (1981) Proc. Natl. Acad. Sci. USA78 :6633-6637 ;1 EP2009996) .
[0043]  FERE—2F (b), (), H (e) H, [ n] LLIE ok it b sk VR A 7E 25 2% A ¥ vk i
40, v LA | RS2 RO [ s (B ) 20 b 2Ry s, JHG o s ] 2 Ak 22 I A 1) 45 4
XTHCAR Sy A B, 1% R N A A i) DR SiE IR G v b, IF Hax g iR 48 L& /b
50rpm ¥ BF e i, A3k 2220 200rpm, AL IE 22 /b 500rpm, W1 500-1,000rpm. HJ 2B, %R
RS EL 0. 01 22 10 222K / R 3 B T i UE i P i b N R Bl , LR AR ET R i DA
FRICLR SRS RIR G

[0044] BB (E) , SIREHE S A Ve DR A s TP bk 1-5 Ik, AR 1L 1-3 k. PRidE
WO GRS S TR, 4 an L 20

[0045] DIE (o) RABEIERLE (c) £ () 1-10, fiik 1-5 Kul 2-3 WIKIGHY 18, 1
TREN L FE R PRAET TRCE [RIAH [R50 28 485 AH R K28 — PRV A4, AH R B9 MG 2528, FIURH [F] i
iy Sk

[0046] ABR (h) , %5005 526 )P 8 S R PRET RS i 5 R RO 615 5 BRI H o X T
DERRIC, IEWILESE B HARY) 2011/0312105 (B 1) BT iGIRE, TREFBOECE /E— 1 1B
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JE AL I ELIE b A 32

[0047]  XF TAL 2% R AR IC, TREF R T — A 2 35 5 B 5710 1 0 2 55 10 3% I DS 119
fLo B0, WAk 2z R oebric e = (XUne ) G487 (1), HAL s B = N . b
RCIERRAC R E K, FR N ) i A S A A TR K. BT R e T s
1% (PMT) Jil& .

[0048] X T HL4k 2% & Ot (ECL) , ECL 43 M7 X 1 i BE 1 3= 2 644 7F Blackburn %% (Clin.
Chern. 37 :1534-1539 (1991)) H Frfiid, FEIAE AN S AR L. EHREIERSH
2 7 ) 4D DN B ) P 32 BH DR PR LS e P s 28] T4 R ARRT 6o B AR, BT R 1 Y6l 1ok
JeHE R (PMT) &,

[0049]  fE—ARIESZHEHIH, HPTIATE B MEREN 7824 ECL MW TAEHMK (K 2). T
BT (T1) / = TN B A A R s . 75 B2 A PR 6 T sl A e i L3R T B R 2, 3K — T VR4t
T RSSO I A

[0050] & 3 B/R T — A FASIHTR  Hr it G2 o3 M T X i s iidol o P 4 Bom T4
TEIY I EREH R

[0051]  (ERNGE G AL T IER AL BESCIEMY 1 . R AEWA G Nz AR
e RS, BZAE KT 400 5% 500KD 70 18 DU — N2 A4 G0 7 (WEEREE %)
W mRE k. B2 A E 0 T X ISRV R 4G 8 IR A & 2 2 EE T, 1
MY ZIEA I PTUAE R BEBESE N Z R AW . BEYNIZE SRS B, 3F B ek =
YeLE R U — SRR GRS MTE . PR KRR —ANEESH, B Es TR
Fric &G B RERG S FI 2 I A T B UR AR R 4 G e I FTE Ry S B &2 4 E
F AR B . AR IE VAR R, H A << 5000 18 /R P << 2000 8 2K

[0052] UEREEGUMEELE G RIERE R AV IS —ZEYE - PR, ©f 28 L% 1
LG TIRIE S — BB - Bk, RAEWIRNRVE 520 45 M E SR R i = A2
—ANEFETF [ = YE A A1), B IR INE LR 3 - DU S W B IE LY BB n J2 i 1) 2
[AAZPH . AWK SR RKEUERRE T RRERESE R 2= 0 120 FF . E3OEHTH , [RIFE BRI
TRERHBAN SO K. ERAZES I, BT RA Y0 R A g5 R 2L 2 A R
Mo A BIFEAH R AW IET (BLRE ) bRid S5IshAHN =N (TPA) KRR
BT CRUERE )/ = TNFERE (TPA) ZEAR R — AL 85T (XUkRE ) FES 5— =%
(TPA) 4r FRAER N . fefa —NFENE (TPA) FH5E. WFET (ke ) 763K % A6, — N3
fi (TPA) 4 AE Rl R g I 58 o T AEAR 22 R IEHRIC IR IR B, AXBER A== A
RS R o

[0053] LI E] Cy5 bric (1 AN FERESRE AN Z K] ZBS KA 8 . 2 DA S5 507 s 1)
ARSI B AR ICH 4-5 MEWREMBUASAL TR E R R E E B2 . 2R, 4E
ZEA BT B — A I CL 2R 5 IR AT % T ] RE B il 1L 2 45 b O e 2 2 B AN T 6 2 /) PR
T G E T . Cybo— BERSRFI 2% M 45 B3 AT Be T2 2 &5 MK TE B (E A2 Cyb
PENHEVE K o Cyb, SVFZFEYR—FE, 8H B CRIZEOGEE K, @ E T — D ReE 5 1AL
o RERF RS IR KSR A AN 52 AR R R B BE B B 1. A0 B TR i Re = A 25 4
BN Cyb— BERESR A Z LT Cyb 7 FARH B 3 BRI AT L= A 5O K

[0054]  fERY I8 (1) o) — FE B 07 T A2 AR ET LEAH R AR A28, Pk 2888, Fiy i A gs ok
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(15, 1 e 5 A F B I3 A B T B 3 o TESS A D IR R 19 /0 (1) T THI FR R P AKX
SR R GV EIEAE . X PR KA T K50 ) 77 SR ARV A E R R ¥t A
TR RPN g G PRI —A 30 #2312 /8P R B, S0, 1 40 Bhe BRI, FREAY
ROV SIS TN A R AE K o 10-15 4340 0 U A T 2 T AT 1T

T EZANEEE T RO IC I o 1 SR AW
[0055] AR EHIGW KA AW, HALHE () 73F &2/ 28 500, 000 85— J7 TE /KRR S AL
AW, (b) B/ 5 NESSTLH (¢) /b 25 MU R I T, Akt g 440 T Flik 2%
R ¥ 5 AR Ficoll M. EZAAMIERFE 5-50 8L 5-100 454 4>+ 1 25-100
8% 25-500 ML K IE 7T
[0056] XA REAE IR (W, REEREBRIRN ), — N 2R, — D RPIRE
EW, — A2 O, BUR R L R . — IR SR VT 2 18 AR S 43 i N IR A ) T 2
AT Zes AR g . iy EIEREERER T0K FI1 400K TE /R 70 1= ACHEER FE bk
(Ficoll) RILERED).
[0057]  Xf A< & B H B4k 2 kO bR id H A << 5,000 1) 43 ¥ &, ik < 2, 000, 4] 40
500-2000 5% 100-2000 1E /K#T. Pk KA A R OEhR i A FE, (HANBR T, = (XUILRE ) 547
(ID), EKim, N RERE, FlEb M LrsR.
[0058]  7E—SEZjlifslrh, L2 RO TR ERERRI R EW b 785 — L 1, A kO
gy il A RO R BEE R R R 5 .

HAL 7 RO A T
[0059]  ASS AT — A H T & AR R BT A om AL 7 KOG 1R 5 B FAL 7 ROGER I R 4
[0060] —NHIALFERIECRGETE : (2) KELLTE LR /D% 5 T 1 FERER, %R ET
FAT S — 5 o, 1250 i HoA MR A Bk B A A = ROthrid i S B 6 W Ei &
()R IR T, 7 SR EREE H— M AR S Ho 78 24 TAR ik = AL i fb 22 N 5 (b) —
ANXT R HAR 5 (c) F8 M AR SRR T 2 BB AR s (d) L TAS AL 2 ORI BT RO IDG
FRRES S RE RS RZRGOOIPR G2 200 RIS .
[0061]  iZHREF AT LA AT AT S 0 40 SO il ), 4910 40 2 8 » <2 SR A W R ik, 451, R, 25
G, B, AR, A SR, AUHYERT A G R IREN T UOERRAR, WiAE e, B, [JTE, 77
W, =M, HKELEERPRELE DR 5t 1L AREN 10 b 1. KN4 Sz 7 i 18]
ZIRE IR AR SO — P e 2 M e M b, TR A PR 22 /04 5 L 1 HERE, AT
ZEREH A I BB IR NV W I EREF AR BER IR i) — 4565y I o5, ol i
h, HE5E THCAE ROEPRIE .
[0062]  FE—fLikSciifsl b, i RE A H T 46 70+ 0/Midim . & im B8/ m
AL, HEA< 5 2K, IRk << 2 22 KEi<< | 222K, 4040, 0. 5—2mmo  ZHREFRY 37 () /)N 22 1 I
TEA T A AP H—2RE B H T8 -G8 0 M /e im. R im 2 AA 8/ R
MR, HEA< 5 2K, k<< 2 ZKali<< 1 2K, B, 0. 5-2mm. ZEREN RS i 1)/ 22 1
WA e A, B, BAR B AR e e 45, B 3850 100, (8 TPk, A D i FE R
[0063]  JIF R JGIKIGF Rt G B 8% (PMT) , Tkl 4048, BRI 4 78 5 (K 4% s
PRI H o
[0064] &2 ByR T AR EHII—ASEHEH] o FF ARSI E— MR IR T . 2 RO0tR i

10
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S BRI . O T IR, TRENAT I i8m BRI AT 1 W S K 245 » 102 W i Al
AT IS TN R 20BN A R R AT I F SR, B B g, NS5 AR s B
AR R AR R B AR L, BT ROl 2 BB A E I HAR IR AR R (PMT) SRl &,
[0065] A W B — AR 7 AR 2R AT 78 2 AR Hdle, KRS (TT) / = NS AR TR
o 5 S R IR PO BRI AR B SR, TR T R AUBOE L R 12065 e i B
RE G AR A ARt 22 A WU B, TR AE R L ARKS AR50

[ooe6]  itick LA S5k — 2B 7 A B B 5 B i St 491 A A At T A g AR S B PR s [ PR
A H AR I R AR IR

BALHEA R

SERER) 1 < ] e A B S — BT ET () 2%

[0001] A ZEHEr, H A2 Imm, K 2em, 3% B8 3&E 7 0 BURE R A AL 22 SAR TR il 72
(Yield Engineering Systems,1124P) ¥REZNEF L. RS IZBRE R EESTA
T DI 9¢ 6 2 (Biospacific), 10w g/ml PH7. 4 ] PBS ( BERR Eh 22 ) AUV A+ o
TEDUARR B BIERER 20 73875, TREM R Im AE PBS thiit.

[0067] M HyTest $R13#, H TN EE 1(Tnl) AR BNP) FdSe bk i@ bruE 77
DO E TR S, B, BPUEE K 4 DO EIUCE . A PO E IR
R P EPRICHT R PUAEIR Gug/ml) 1,5 2B E1E PBS bk,

SEHt) 2. ASHEEREERE (Ficoll)400-SPDP )il 4%

[0068]  ATHEZREME (Ficoll)400-SPDP (6-[3-[2- AHkRERE —HidE 1 N MEIE 1 CIRBE I
VEJEZRE, Invitrogen) KM 3EE AT 2001/0312105 FySLifl] 1 k4. B 5 Bon T il &
(R .

SEHER) 3. Cys— BEA SRR %

[0069]  #f 32t J} Cy5-NHS (GE Healthcare) fE DMF A1) 5 2 50, / ZTHE A | = TH5E
FEMZE (Scripps Labs) 75 0. IM, pH & 9. 5 [RIERERAIZE MR TP I8 2.4 208 / ZFHEWRALE
30°C [V 40 438 HHZIREG W T PD10 1 (Pharmacia) , KERAR LA Cyd. Sk #r
SRR RN R S %R 2. 84> Cyb.

S 4. Cyb— BEFFSEA 28 — ATHE Ficoll HITHI4S

[0070] ¥ 5. 8 Ff S+ SMCC (4— (N- B SR B I fi 2 AR 26 ) B e —1— 2 IR 9% 1 % O fic 9 )
(Pierce Chemical) 7F DMF ") 10 250 / ZTHEWAAE 1 ZTF, pH A 7. 4 (A PBS ) 2 2
5L Cyb— BEA SRR EEIR N R 1 /M Bz &Pt nT PD10 4%, LBRAR 4541 SMCC.
[0071] 18 ik 4% 30 f T+ 38 =& 3% / = JF 1 DTT 0 A 7E 1 2= JF PBS H1 i 1 Z& 3¢ 4¢ B
Ficol1400-SPDP JF7E 256 N RN 1 /N, K FeA5 4P A8 Bk Ficol1400-SPDP F S , bt )5 FH
PD10 AE4EAIZATHE Ficoll,
[0072]  #i% Cy5— HEFF S5 Fl# —SMCC 5 AT Bk Ficol1400-SH JR &, HE S N IR N il 7.
RGN 10 BT 12,5 258 / Z T NEM(Aldrich) , HFEEER T RN 1/2 /M. RJE1E
Sepharose4B CL #1 FAEiZE5 &) flivh BN ZERENE (P9 B T E /R ) 456 K% 20-30 4
HEREoE R, I MRS =455 2-3 1 Cyb.

SEE) 5 B DL, Cyb— BEBGSE A ER vs. Cyb— BEMESRHIER — ATk Ficoll (AETHH )

11
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[0073]  F—~> BNP 23 MrkXf Lt Cyb— BEBESR I Z AN Cybo— BERESE A Z —Cx Ficoll K%
5% . &R H BNP Brg SRR LA Hytest) o —PMHZOEERL, 8B ANHAEY
Fhride WAFRICHES B B PUAE 4-5 DFPUR B RIARHETT AR . 0 sEiifs) 1 frik
B - PURS BRIERE . T, 4 BNP KSHERS (Hytest) I IE T AIVRATA ML,
SR H15 7 Smg/ml BSA FT 0. 05% i 20 1) PBS ( 23 BT Bl ) P ReRE 3 1. %Ry o
BT BNP A JF HLAERE 8N 750rpm (HUEIZS) (Inm HARATHE ) AL SRS
54NN, SEREHREEE 2. BREFTE PBS, 0. 05 % I35 20 Mk 3 IR, IR 10 #b . 7EMYETE )
S5 TREE B T AR Mg b S W R 10 1 g/ml (AR 22 BEAL KT BNP 9, Bl S
TEHEH 500rpm R HFFR 2 4380, SR G PRI 3 IR RIGHREM B B 5 Cyo— BERGoRE AN (5K
) 2) % Cyh— BERFEFIEE —Cx Ficoll (SEHER 3) VAR o 78 LA AN SEHtE 1] 1 %
B A ZbRi0 A K 2-3 A Cy5 IF HIRE A 100 g/ml. EFETE 500rpm £5 9% 1 73505, i%
PREF AT — NP HE P51 o ARG AERRER A i (1 9 il i an e 1 PR DR B .
Cyb— BEBGSE A Z R Cy5— HEROE I3 —Cx Ficoll ik Bl 4 fin. HE (AL 1
Fizne fES—IREA TG MM ER A — M (FEIEHR) .
K 1B TUiE Cyb— WERESE NI ER vs. Cyb— BERSE I ZR — ACHK Ficoll

Cyb—SA Cy5-SA-Cx Ficoll
R R

BNP, ng/ml

18 0. 32 6. 27

9 0.25 5.35

3 0.15 3.03

1 0.15 1.71

0.3 0.11 0.8

0.1 0.11 0. 32

0 0.12 0.16

At R I E P e
[0074]  fEZR 1 R Bor Cys- BEBE R AT E HBEAE T 5t L L K2 9-18ng/ml 0 H
BNP, i 2% IR (B O e 25 5 MU BRI HE AR GA 0. Ing/ml ROMRE . %45 FAIE B 00 12 SR b
RE MBI AU TE

S 6 AFIAYTHY
[0075]  fESS— P ii)a, SEMif] 5 hIERET AT RE— B 63, . — AR AR IREH K
B IR R AV 3 - PURE L 0Bl (B 500rpm) , B S BEAT P08 21, 2E /0 BE P 51 Ja
(o] 2 BE B SR ARSI 1 0 Bh (H5 Ik 500rpm) , B S BEAT MR8 AR AT AL AR

12
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= - PURMBEBER AR A = o B 5 ilid T AEE A B T FE h 2R B AL BISL IS . 4B
R B GTAE , I EZRET A 3 5t o

[0076] % 2 &7n T K 1BNP 73— N ELE, i EH 22 2 IRY I3, PR3 1 ANfE3h
2o

X 2. EHMY 1 .Cy5— HERGSERIE vs. Cyh— BERGSE R ZE — ATHE Ficoll

Cy3-SA Cy5-SA-Cx Ficoll
BT | IR a2 HpTE | EIRL & 2
BNP
ng/ml
18 0.32 0,38 041 6.27 8.36 10.92
9 0.25 0.27 0.28 5.33 7.78 10.49
3 0.15 0.21 0.22 3.03 4.77 7.01
1 0.5 0.15 0.16 1.71 237 441
0.3 0.11 0.11 0.11 0.8 1.37 2.19
0.1 0.11 0.11 0.12 0.32 0.53 0.82
0 0.12 0.12 0.13 0.16 0.25 0.36

At R I E P e
[0077] 3R 2 & KRB Cys- BERG R A ZE L 2 By MR R B 3 s 5. AR,
Cy5— BERER AN 2 — SRR AR I B (e R dn ah 5 (30— T ) ShPIIRIEIN 5 930t
fE TR RAWfE . KXLE AR YL BV - PUAM Cys- BERER AT (0 A0E )= 43 21
HIE A3 B A UDCHCR - BREAE P AR IR N K 88 o 309 W DU RELE Cyb- BEBESRAN
EaidS 3R 1Y/ SN

SCHEG] T AT G [ BNP 3
[0078] & 3 Afif BNP ) #r HUST IR, WSkt 5 $5AH R RE R E, AT 8 2030 9 K25
%K.

R 3. BATZAMEMY R RN BNP 2 M

BB |[fEF 1L fEF 2 fEIx 3 fEA 4
BNP, pg/ml
580 1.13 3.1 6. 37 11.49 PMT sat.
58 0.18 0. 42 0.82 1.51 2.57
14 0.13 0. 29 0. 58 1.06 1. 81
0 0.15 0.23 0. 42 0. 75 1.27

At R I E )P e
[0079] & 3 WIS SRR WINEIA Y™ 1Y P2 R A8 e 70 B P O RBURS R o AE LR St 5 L4pg/ml
BNP A A5 5 A2 50— P B I R B PR REAR A o £E58 KP4 )5, 14pe/ml 22 n] A%
SIMAE T o P MTRHAT 4 YRR IF IO S ERRIA M A€ S o
[0080]  fE5)—SEif H AT T 9 IRY R IR I HLVOUME 5 ERRXAR A S5 VR TRUE f o
13
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S 8 AR HG ISR T A
[0081] & 4 oM MY BT IL NS 8 A T o M A 0B DTIR (Hytest)
IR, Horp— PO R bR LI AR A ARSI IR HET VAR L PR - 3
AT T 2Ot - POV ER A T RERET e Seatif] 1 b prtiid . BUVLES A T8 I IREHR B
TAE M B PR RRE 3 A ROWLES S A T 1 o O F AR 750rmp PUIE L A IAE AL
i IEIR 20 rBh. AEMHBEF S A , R I T 500rpm WD 10 1 g/ml 1) B- Tl
PEEA T EBRD 2 0Bk, AR IR B 7R TH6E00 500rpm ) Cy5—SA- SRR 1 bh. %
B PUAGHY 1, 0 E R AR FBCE [P B- FUUAS 8 T B (3595 1 23 8h) , @l o
YEP 4, TCE S Cyb—SA- ZEIERE (B5J% | 2080, R EAT — IRpE P A RakAT . IrA D3R
FERIE Jy 500rpm & Z300 N AT o AESE BRI I, I 52 PREHA S 1K 2O O F Hazgh R

11/13 11

fER AP R,
XA MY BP BRGNS EA T 4087

Wl a1 a2
Tnl, pg/ml
1000 2. 34 7.06 13. 41
100 0.54 1. 43 3. 17
10 0.31 0. 66 1. 43
0 0.31 0.53 1. 04

A2 AR E KT EME
[0082]  E 4 HhiA (YR SRR VAP R U o AE SR BTSRRI H R S
3 10pg/ml FIUESE A T WFEAE N IRY IR A 9O R TR 2t

ST 9 AR HG (K3 70 kG o
[0083] T T BB EWINE G R KIS ATE HEWT ARG 1 54 Bl 52 2 (K97 19 25
RN SR, 2 5 SR TR B TR o — BRSNS I
[0084]  HE % FEAT T4 HEAE St 1) 5 Hh ik (K MRS e PR AR 5% BNP ACFREATIIFIT. £E3R
5 HH IR TR BNP WREZ R TT (pg/ml) F% CV( R R . HEGR G WIERH
AR T 10% KRG L

2R 5. BNP 73 Mk 1

BNP 100pg/ml |500pg/ml |1500pg/m1
Bl [17.3% CV [2.2% CV [4.4% CV
fER 1L [8.1%CV |2.5% CV [4.6% CV
TG 2 7.4% CV [2.8% CV [5.5% CV

14
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n==~§8 n==~8 n=3~§8

S 10. S5/ H R 9]
[0085] 3% 6 o AMIHIAESEHER] 4 A 5 rh BTl AR HEAT = RO A9 1520 R4S 31 (1) BNP
M EE R (ER 6 P BNP RZIE I ER I (E, bRz, — A BITE IR 16 IRE R P
PRUEIRZEISE R BNP [ o L RAE KA 3-6ng/ml I T URMAIEREL, IF HiZr#r
HARE pe/ml {5 I RIBUKAE . PIFREEZE R E — AN 0 M ik /) s H PR V8
Tride FEAZ 6 HIEUE S s/ Msr U BRNSS — B BE 1) 6. dpg/ml BHT R 2AE 3 IRFEH
FEJE Y 1pg/ml o AR5 — B3, BRI IR HEIR 2202 0. 0078V, BEAR R 72 i T AL 70 A
R B AN AR o IR ZE A K2 £0. 007V, BRI 3, RO 0 ok 18 hn G e e S 1
M PR BRI B AR M

R 6. PRI fe/ s B PR 52 =

PMT {4
BNP (pg/ml): 6000 3000 1000 333 111 37 12 0
H R 9.48 7.87 43 2.32 0,83 0.29 0.07 0.04
31 11.62 10.14 6.7 4.53 1.8 0.66 0.16 0.06
a2 b 12.37 8.73 6.94 3.2 1.22 0.29 0.09
PEFR 3 A ragt 10.6 9.14 4.91 2.01 0.45 0.13
FHIEARRE | briisass 2x PR E o HH R
(n=16)

(pg/ml)

Pl 0.04 0.0079 0.016 6.4

&I 1 0.06 0.012 0.024 3.7

M2 0.09 0.015 0.03 2.4

a3 3 0.13 0.016 0.032 1.1

SEHER 11 MG A2 A YRR 0 RIS R 3 — A8 R TR B ) ol 4%

[0086] fE35um1 " FHIFEMELIEPR 0. 176 g = (BUALEE ) 547 (IT1)-NHS (MesoScale
Discovery, ROIBN-2) 57F PH7. 4 f¥] PBS ' Img BEME A Z IR A JFAE S0 T N — /i,
WE BRSNS 75 K4 2-4 Mg . %5 - BERE SRR = B B 7E PD-10
¥t (Pharmacia) F4ift. 2.91u L [f] SMCC(10mg/ml, DMF) 5 Iml PH7.4 ¥ PBS ¥ 1mg [
B - BEREoR AR SN — /NN . ZIRESWIAE PD10 AE B AR KR AR Z5 51 succ,

[0087]  FEAZ BRI FEME 400-SPDP b ¥ B i il A I 30 w1 3R & 4y 38mg/ml (1) DTT 2| 1ml
PBS H1 11 Img AZIE S FERE 400-SPDP Sk i fr 37 IF HAE =IO 1 /B, Bl J5 1d i PD1O AE X
AT SR RERE A4k o

[0088] %47 — BEMESEAIZEE —SMCC 5 AT R B8 EBE 400-SH VRS 3 H = W o SR G U
B 10w 1 IR 12. 5mg/ml () NEM(Aldrich) FF H ST W/ o SR 5 8 B4 72 B

15
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BHE 4B CL A Balifh. %15 BRI T A SIS BEMEA R EY 20 AN BERGSE AN A=A

BEMEE A B 2-4 NET
SEHEA) 12 A A 25 RO AR D a1

[0089]  4IESEHEM] 1 H FTIR H 4% (1 B4R Lmm ¥R AT T HUBNP [FIHRE, =% T BNP AL Jf B
FERZ 3G T50rpm PUEIEZ) (Imm HARATHE ) RRAAEFL SR 5 /0 Bh. TREMR R 1.
TREFLE PBS, 0. 05 % HEEL 20 Hydk 3 ¥k, BRIk 10 7o fEMIEFA) G, SREFE R TE AW
10 1 g/ml AEWEEFEAL BB BNP (143 M 2 P R B 5 fE 4% 2 500rpm 597 2 4y
Bl ARG IEAT 3 IRMPBEIT A . ARJGIREH R RSN 10 0 g/ml (15T - BERESEFIE —Cx
Ficoll MVt . TEFE 500rpm K595 1 4080 G , TREF AT — R e 4, SR JG & 01 2 IRT™
BER . — kY HIE A TR H R E R [R5 E 4 500rpm RIAHIR FIAED - PUIREEE 1 4y
b, B S HEAT PSR EA) LUK, AR5 TRURIZE B 3 500rpm FRIBERESE AN ZS 1 40 8h, Bl S HEAT Mt e
F) 1R RS JG— IR D IR G, TREFR W T8 A 3L RN, =R MesoScale
Discovery,Read Buffer S,R92SC-3) MWl &% 1 BA 7 A M as AL, JRi@ct i 2 (1)
JE2E A L

[0090] A< BH, AL HI/EFIAd 07 sCRTERE © F 5 28, S5 06, v, FIMERAIGIE 5 ik,
AT R AR N 52 BERS [FIRE I VERE o BV 22 B AR ) A2 L A e B () A 32 S it 45 L Hp i
(P45 SCATS mT AN B B A i BV L (TR SR 4 ) T ile i BIBCR) SRR S 45 4%
U BH A5 DU S H 5 B A SR R A e B ) 2

16
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Ab : Ag : Ab-B : Sa-F-

F: 2abhnid

B: ‘EWIE

Sa: HEEEOLFIER
Ab: Ptk

Ag: TLIERE AT

Kl 3

19
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RETHEH

f
PUEAFE i B-AB R Cy5-SA
e HE ] B-AB \ /
ZEEH
K 4
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AZBk Ficoll-SPDP [ 4%

Ficoll 400-Ji% Ficoll 400-f#%
+SMCC + SPDP

v

Ficoll- SPDP

+DTT
\% v
Ficoll-SMCC Ficoll-SH
R HE Ficoll

l + SPDP

ZEE Ficoll-SPDP

4B CL #E

Kl 5

21
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