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I RAZAE T T 12— B, S M, AN A O S — AN A [ ) S
Gk, PR AW RSN, I B S 7B 2D A — 1 T8 REL R 5 F 2/
T 2, 000 & /R
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5. MRPEANRNEL R 4 17575, FoAiZ g5 4 B B 88 — Bt & AR S A4 G U I 3 —
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BABREVIERIR 1B

AR G

[0001]  AS B Je— BiE BRI AE A — A BAT N R IR R — A AT 24045
BT MENTOCEAERICER ISR W IR BT 7 ik o IZAN TR
MLl 2 R IA I G S SR S MR AR i

AR

[0002]  FEVF 2 G o A N FH A 75 B e RS R 8 7% ROGHEE, R 9t sliAk
RICAE T, PR T A SE A R0 A B AR E P AR, 1S A T AR il D SR A A/ PR B
1) 52 AR B AR SR TG e i 5 Al T VAR L, SO Y RNER — AN B A
olJe ELISA, HEE ¥ 38 T 50 84S AT IINE 5 IR 2.

[0003] U5 Z& T PR M5 1€ & 92 Ot 44 Bl #F £ & T Mujumdar %¢ (1993)Bioconjugate
Chemistry,4 :105-111 ;Southwick 2§ (1990)Cytometry, 11 :418-430; Fl £ £ H
55,268,486, £ —kn 5% CERESIEER T Cyb, JF H AT LN A 722 )8 T M UT 2% B2 1)
Biological Detection Systems 25 K3, {4 & FLUOROLINK™Cy5™, %75 FEriFRfg 1t
T oOGHR A BEHOG RS GEF A 130, 000 F+/ FE/R A 250, 000 -/ JE/R) , R R I &5
7 E3, AR R ZHUAE DM BERIEEBL ) B ARSI ATE [ SR (500 42K 2 750 41K ) (158t K
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
I3 FAE S PR IR S B BT IS, A2 ORI R S 1S I & v LS R OB B AR K. XA E
FEOR PR TR LSS A 2 BAPUR 7 T 2 o A 5 B RR M 4 kb F 2 H - 7R
PRI 7 BEE TR B AL T 9L HRL Cyb IME DL T, WG s iniinfe & 17 9K (328 650 4K KK
KPR 667 KRB 2 72) « U2 UIAS Cyb 4r TR 5 & 2 A PUR D T, 345
BAEM TGO %, @ AN YRy TR S A 2 R — PR I X TOE S HIEE TR
b IXPhARESS G P Ykl 7 2 B — BT AR o T IR B B BRI T4 Cys- Awid
(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, R SR S R (K5 5 s/ 1 sl 75

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 R AN AL FAT B B D e VRO 258 v R 4500 M 0 5 E R AR S R 565
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—HiR LG s (o) BZIRE R s E AN AL R AR A s XA R RS — 4 A
BCAT 156 — Rl R 45 A I 3R iR o 110 LS S % = A F R 2 ) 5 () R iR E T A iR
N VETR I B s PR VR IRE A o 5 (o) B IREN MmN S B 9 S i B A 2%
HLRY R SR R AW, R EMEEA 2/ 5 A T HNAS A B A R
g/ 25 AR, ATERIRE i o b O AE 2 A, 58 —Puik, 158 —huik, fik
GEG RO B 5 — RN R A I e e ST A, LS R A W2 oy s, IF ALy & A2 /b
RP—E JTIE RS, ROEFRICH 7T iE /N T 2000 TE R ; (F) B iZ B Mm@ NS5
VeI B8 e A 28 VIR R E M i 5 (9) R PR (o) £ (1) 1-10 K, L () dikillz
TEGRE A o 1 R OG1E 5 RN % B A9 o

[0008]  AKBHILW KB —NHEY, 845 (0 A FER2/D—H HE/RI RS
W, (b) 25444551, 3FH (o) 2025 ANER = (XUkRE ) 547 (IT) (ruthenium(TT)
tris-bipyridine), &K%, WY WEBg, AR M L0 R 4L 22 k6 7 s Hh 85 50y Rk 2
R FHEERREY E.

R 1 152 BF

[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 R A B ) a2 73 B Ab Bk, Ag L, Sa 5555
RAER, B AR, F SO0

[0012] K] 4 SR T AERH G (R IREH e

[0013] &5 &R T Hil&ACHE ficol1400-SPDP [ FER .

[0014]  PE4IILH

[o015] & X

[0016]  BRAEAE T 30 S, BUMIE SRR 45 rp 4 A R ARSI A Sl AN 572 B 2 A
(38 5 S ST RS

[0017]  JRAME I “L)” FaAEFT A28 ER £10% LA .

[0018]  BLAME I “ 255 4 M 70+ 7 18 68 2 5 R 3 i) o+ e e R 46 6 IO
[RATAT 53 F o

[0019]  JEARI “HiLL” Fr LB K R 5 B R ST I EE 2R

[0020]  “ZE50r 77 FRAEME S5 A 5 — BRI TR T

[0021]  JRAMME Y “ &5 G EA” Fa ik s 5 | R Rtk 45 A AN 3 o 856 X 1
BLFE ABAPR T, PURFERZ PR BIPUA, BRI S L2 0k, B R 1 B ANE , AR = fipi ke
Yz EE (avidin) , EWRMBEE LGN ER, ARG E (heutravidin) ( ZEREEEAL IR
AMPAEWEREN (avidin)) , BHERAR. MENLS ST SEWEMNEFENER, £
VEMPAENZED (avidin),, EYREFEMZE (neutravidin) , WHEMPLIOLE, 7iE
FEFFH T/ U R AT U EE T (digioxigenin/anti-digioxigenin) , DNP ( Ak
M) FIHL -DNP,

[0022]  JRAMEA ) “SALREY” Fa— ARG, L BA sl =4 451, Honl ge e
RIRAFAERI ARG, Bl— B RSB G
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[0023]  JEARE I “ALEE 0 1 RE B B R UAE REAT FRIFIVS SE ORI & — ML 28 SO Y
iR P, KA G IE AN 5 A SN, 7 AR AR T A 13- &R AR R
PR, EAE AL PR AR RN ROt

[0024]  JEARAEHH “BPIRER EW 7 Fe EL AP 1o — DRPARE S — BAFR
HuFRGE T A% 0, HLIE SR EERIR = 4E 45

[0025]  JRALAR K “ LAk 22 A& e (ECL) FRAEMH B HLAL 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

[0026] b AbAd 1 “ i i FR a4 i e A I A b o ik o v 2 e AR T
Fon] AR B A 2 5 2% R 1

[0027]  BEARAE ) “HRAR AT IR 35 BAT— DI S FE AU b ] A4 L

[0028]  BEARAE I “HREF” $RAEAL I A 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

[0020]  yfBURRIE AL I T

[0030] AW I — A RBBURIE RN M TR KA CE KM, — R A S (1)
A AAT B AR B LG S i o 7 e, G MM ERE&E THES
FOCFRCE SRR TRSEREEW, I H (1i1) BA SRR &SRR R
R AR Y M A4 1-10 OF H-5S5 RNy 8 28 5 V) 552 S N, S50 SR 7K1 (9 UK
JEo AR F— A IR e ke RANCE RN, (1) FIHRA /DN HLLE
BT A R EREE, (1) M — DS 2 E G0 FRZARothnidsi &
v 7> T ENSURGY, AL (111) H BATTE I S Be A IR ER B0 0 Hi i e 350 2
AP I AAS 1-10 YOF HE R 5 uRIA 5RG W (0 S I eRr 41, iodt T K1
RIS o XM, BOLME 5 LM 5 P v 3

[0031] AT VEARAE 1 SRR 5 2 M0 AN K8 0 7 ik, A R SO B AR 1 2
IR o ATTIE BRI R RHAEPT NGRS, Hop — R A 20 E G0 T Z K
AR R G . BEVMAA T E= 400K, ik =—H T ERW. REWAZHA
HReE G 7 RN R S S . BEWNEN D b AN E S TN ESY,
RIERT 10 40 RICARILEL /DS, o0 78 < 5K IR, KA C&RIMAH W FATk
FEA 1S P R SR P i il P A A S B B 12 iy R

[0032]  ARTPEBRINAERARRFE PR 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 St B v o 505 TP R 4800 B 5 AE IR A o 0 5 — DR &
(c) A5 iZIRET A viise AN AL B TR VR AR TR 2 » A TR R A R — &5 5 X 9 56—
GG IR PR I B Sz iR 2 M) 5 (d) R e i s A\ 3 VeI i vt
VA A HORVE R IRE A 3 5 (o) REZIREMH S N &8 7 A W & b iy o
WHEH RO ZREEME T 2050 T HRZEE G RO IS st M > 25 4~9¢
JebRic, PAEZIRE A i LI iz 5 o0 M0, i 50 — DU, %508 Uik, A& & oo ) 56
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—FSE R A S B A, Pz R S S, JF Ry rE R D A —H i
IR, R ICHRIC IR 73 F BT/ T 2000 TE /KRBT 5 (F) R ORE A smid A\ & 50 R 28 — vk
GRS AR IR E o 5 () EEAE (o) & (£) 1-10 %, H (h) I8 7 ERE A w1 &
A5 T R Sz B A1, iz sh — iR Nz —Pui 2 e o i gk .

[0033]  TEBER (a) 0, ZIREN P LUAAEFIEAR, AT, AL, |[JE, IE)7 %, —ME5E,
HEKF R R0 5 L 1L, A% R 10 b 1. IRIEMAL. BRI AE S 43 i 3 TR 1%
PREF W R AERE TR — Fh B P o AT Re A AR LL 222008 5 T L KRS {4
PREF IR o B A B NI o X 2GRS, BRAEETT LG TR AT

[0034]  ZEREFHA M TS5 G M /s i . 2 im A BRI i, HEAR<5
LM< 2 oK< | 22K, #1140, 0. 5-2mm. ZEREE I /MR IR P e T 8. &
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
BAZAA o ZARFIIR A B SE RS . XBEIE TG G n] ZBE AT PG JHFE /D R] LA
ARG, % S, UL ROV B AT VF 2K, il 1-10 K.

[0035]  ZEREF AL R AR A 1T LA g & e 8 o M 2 — ik . 150 e
AR E A CZBRE R o AR R T ) BT VAL Sz AR Ak 2 o DL, HoP Bz [ AH
AN R ILAN B, B P B B T L. 3 —BUIR 5+ 1] LAk BB 7R 1A% IR 1
o B, B HUAARRT DU I G5 O B TR BRI 8 AR AR B T Ee A, AT DSE I X i
] 2 2 1T FY R B o ek 2% ] A3 T b v 78 1) 2l ik TR e R AR 0 &5 5 [ E B0 3R, AR
Ja 2O EMRC S — Pk n] LA JORmMPLoOC RN & (45 H0 ) 456 2k
K,

[0036]  {EBIR (b) , iZIREM A I Bl R A BIRE AR 20 #0260 4388, ik 20 #6310 4
B, CLESG 8% AT IR ET AR o (1) 56 — AR

[0037]  FEAIR (b) ZJaG, BREr Rl el st 1-5 K, DL AE & A PR e A A rh 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 PEROE T &A S2 P AN 2R 75 YEF), 4 an ek, 20,

[0038] BIR (o), EIREM A s A R AN BIFE S A 25 20 #3110 439, AR1E 20 73 2 53
B, LLES AR B R E A o B 0 Ao AR E — D 54 G BN S — Rt 455
[ PRI

[0039] XG5 G ELN I A PR ML T, FOAL 7R SIS 48, S BRI HLAMGE, BROM IR EE S
FHRAKAEY. B, &G B2, AR MR SR, LY ENUEDREA, LY
FHMZEMNZE (neutravidin) , ZICEMPLAICE, miadbif IR H 1 / Pl i 5
(digioxigenin/anti—-digioxigenin), DNP ( filiZE2KMy ) Fldt -DNP. ik, 45 & EC AR
— B A AR RN G A O AR R R B R R

[0040] AIR (), ZIRE P YE 1-5 Ik, R AE & A Ve I PEa A4 b 1-3 IR ok
VR A G P BURN R T PR, A5 iR 20

[0041] BIR (o), IZBREM M IR A R A RIS A P G 4% T 20 7021 5 40 8h, 4
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6 20 #PE| 2 438h, LA IRE R o b8 O BT, SR — DUk, R Zhuik, Flix g A
BCXT 58— AUEE R A K e B a k. 29 R of1 —RaW, 2EZeWdEaa 2
> B AN IS ST A i R R 22 /b 25 ANFOERRIL . %SRS A, 3 B4
TE2 /DN 500, 000, Lk —F T IE/RET. % EWRRER— N (B0, 58 B 58
WD), — N 2R, —MREEY, — N2 ok, 8RO . SR EMNIEEA 2- 5
3— UELE R SEAL . ZE S WARIEASE 5-50 B 5-100 AN454 43 1A 25-100 85 25-500 4>
RN

[0042] XA BHA R Gk B4 F2=/M T 5, 000, ik T 2, 000, %41 500-2000
B¢ 100-2000 JE /R W, 7E— L P, RO I E —PNMEAEFOAR, HUER, KA
MHEATEDR — A TORGRE B, ZFO6G K Cyb (47 F & 792), Alexa Fluor647,
DyLight350 ( 4> T f& 874), DyLight405( 4% F & 793), DyLight488( 4 ¥ & 71011),
DyLight550 ( 4% T & 982), DyLight594( 4% F f& 1078), DyLight633( 4> T & 1066),
DyLight650 ( 4% F & 1008), DyLight680( 4% ¥ & 950), DyLight755( 4> T & 1092),
DyLight800 ( 73 F & 1050) , Oyster ZOGHLEL, IR Hukl, sl iGN ESHW - &E (Fln
WERILE (. 5.2, 38)) mHRaiieey.

[0043]  7E 55—t b, iR kR0 2E B = (RUkRE ) &%7 (1D (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

[0044]  HiX 45550 Tk 2 IKECER EUTTIN, %2 bR ic T AR FARR A7 R0 & ) TRk o B ads 1)
WAL S A E I 2 A 5 2 0 Ei G, S i), RS, s, AL, 1)
Wk, B e B REA

[0045] 1Z4iG 515 2 TR INILO 45 6 ] DLR LR 45 G4k 24 4E R 2 s 5
SR, AAEIE, W, SRR R, P2 BRI, WL, eI R bE Ik, M F 2 275 SRt BT T H
M E AT 4. (Leary 25 (1983)Proc. Natl. Acad. Sci. USA80 :4045-4049 ;W086,/02929 ;
EP063879 ;Langer 2 (1981) Proc. Natl. Acad. Sci. USAT8 :6633-6637 ;1 EP2009996) .
[0046]  FERE—2 (b), (), HH (e) H, S ] LLIE ik it # sk VR A 7E 25 2% A ¥ VR i
40, v LA | RC 2 i U [ s (B ) 48 i PR AR i, s ] o2 A 22 4 A 1) A 4
XT AR Ay AR B, 1% RN A ] DU R S E IR G Ay b, IF Hax gk 48 L& /b
50rpm [R5 B JEH , Ak 2220 200rpm, LA IE 22 /b 500rpm, W1 500-1,000rpm. H] 2L, XK
RS L 0. 01 22 10 222K / FR 8 B 3 B T2 U W i) 1 i B N sl , DLEE IR ET R i DA
FRICLR SRS RIR G

[0047] BB (F) , SIREHE S A PR DR A s TP bk 1-5 %, ARIE 1-3 k. PRidE
W G I BUR SR T TR, 491 G 20,

[0048] DI (g) AW ERE LI (¢) £ (F) 1-10, YLtk 1-5 Rk 2-3 IRIIIEAY 1E . A
TRENELFE R PRAET TRCE [RIAH [R50 258 485 AH R K28 — PRV A A, AH R B9 MG 2528, FIUAH R I
By S

[0049] ABR (h) , %5005 526 )P 8 S R PRET RS i 5 R RO 615 5 BRI H o X T
DERRIC, 1IEWILESE E HARY) 2011/0312105 C B 1) BT GIRE, TREFBOCE /E— 1 1B
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JEC IR LA I L8 ok A S s Y

[0050]  Sf T4k 2 AOGHR I, BREF BB E T — A & 3 B W3] e 0 8 35 551 () 32 B IS 1)
fLo B, anF A RO hRId 2 = (RUIEE ) &47 (T1) , HIL [ NI = NI . iR Akse
RIGEFRIC BB K, e SOV i E AL SR A EAL D R KIS . Bk e ml i
f s (PMT) &,

[0051]  XfF W4k 22 & (ECL) , ECL 43 A A 1 JRU LR 32 B 6 {4 7E Blackburn %% (Clin.
Chern. 37 :1534-1539 (1991)) AR, fEMAE N S HE I AR, FEREHHHCE 215 H
L IR P ) () 7 B DRI LS s e o e s 1) A ARG S HL AR, i e ) G i
SEHAEIEE (PMT) & .

[0052]  FE—ARIESEH b, PR o5 HREN 7824 ECL U TAE R (K 2) . T
B (I1) /) =N IR IR AR S5 N, 5 AT F ke R i B e SLER i R AR, 1K — J7 v 4 At
T RSO R

[0053] &3 Eor 1 — AN TRGINBUR B 4 B i Sz o3 #r e X Se it « 1 4 s T A
TR 38 T IEREH S

[0054]  FERICE AV A A TORBR T H B SLIIEHY 1 . RAEWA S Nz A KK)
AR Rt gs &, MiZsE KT 400 8% 500KD 73 & LIt — D2 A4 650 7 (WBERoE i ER)
Ry, #2456 T IR IR AL R S5 G e A A 2 A2 B, 451
WA RFBAITUATEEREE MR R G . BN e AL BaZ B, 7 HAa =8 =
PG ULE— PRI R A B EMNTE . drid R MLE— PN EESH, Y—1MEsTE
PrRid g & BIRERE SR R A W] B R AR S e )RRy R & R4 WE
BRI . BRICRLIZAE AN, H7r o << 5000 JE /R AL << 2000 JE /R

[0055] HIREGWMERE G RERZEE ST E—ZEME - PUAR, ©F 72 L% H 1)
MR GG IRV — 2 B3 - Didk. BEVRI RN [ S S e R R o = 2E
—ANE I I =YE LAY, B IRNEAEY B - DUATIEE G AR IR LU BB I 2 I i %
[EAZBH . SRAWI oy 12K EMERR IS T RERE SRR 2> o0 . R Mrh, (A1 R B
TREREBN FH PR RS, T AW 0 18] BE A 246 L2 AA A R AL
Mo GiEBIBAHRZEEESYHRET (XULRE ) Frid 5 MaIAHK =N (TPA) KA RN
BT COBMERE )/ =N (TPA) ZEARRGT— A48T CBUkRE ) H425 7 — 4 =N
(TPA) ¥ RAERN .. Jha =N (TPA) 58, WIRET (XERE ) 7ERIZAT, — N
fi (TPA) FAE JRil SE R FH 58 . i TAEAL A R OChR IR TR I ARG, AC TSR A A AR B
A R

[0056] AW E] Cy5 bric SN BERE SN2 1] ZRE IR 38 . A DA 25547 R 5
MBERESE R BRI 4-5 NMEW R UG BR AR IR RIE S Z . A8, 18
SEETCAT I — AN CL2R 45 G IR BT 22 10 0] BE PR il EL = 2540 110 e 2 1 2 AT 5 20 T) 1 BHL
WG T IRELZ B . Cyb— BElg RN I PR 45 R IS8 AN n] RetE 2 G TE iH 22 Cyb
ROHIR K o Cyd, SYFZ 2R FE, B8 H CHZOLR K, Il E il — MR B L
o BERH VK BRI AR RS2 AR BRI R B g 1) AT 2 TR i ™ A2 2 4
B I Cys- BElE R AR I Cyb o FAEE R IF BRI AT LU AR 58 6 K

[0057]  fEEAH 3 1) o — B 7 A TRENAEAH R AT 22 4%, P 54, My i A as ok

8
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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 . XM R T K50 a0 F7 SR B AR A E R A vt 18
TR RPN g G DR IE—A 30 B3 2 /-8 B a0, 1 23 %h. BRI, TR
BV B R A HTIN A I o 10-15 A0 B0 ) i U A HT 2 AT AT IR 6

[0058] & ZANEA 7 FHRULSE R GhRd & 7 T ARG

[0059] AR BHIEW KAAY, HAHE (a) 73122/ 28 500, 000 85— 7 E/REUR SCAE
Y, (b) B/ 5 NESNT,H () /b 25 MUK 6T, Hrpix s gh 4 T fiL 2%
R ¥ 5 AR Ficoll A%, EAAMILERFE 5-50 8L 5-100 454 4>+ 25-100
8% 25-500 ML K IE 7T

[0060] XA REAE—AEERE (B, R ECHTRE ) , — DNE2EER, — IR
G, A2 0, BUR R L RE . — IR SR VE 22 8 AR S 43 B N IR [ AH A o 2
AT Zes AR g . iy EIEREERER T0K FI1 400K TE /R 70 1= ACHEER FE bk
(Ficoll) RILERED).

[0061]  XT A< & B H B4k 2% & Ot bR id H A << 5, 000 [ 43 F &, ik < 2, 000, 4] 40
500-2000 5% 100-2000 1 /K#T. Uik AL A R OChR DB, (HARR T, = (XUkRE ) 547
(ID), &K, I BERE, LML s .

[0062]  7E—SZjlifslrh, L2 RO TR ERERI R EW b 785 — L T, A RO
gy il A RO R BEE R R R 5 .

[0063]  HEALZE R OGAT A B

[0064]  AJ AT — A H T &2 AR R B R om AL 7 KOG 1R 5 B FAL 7 ROGER I R 4
[0065] —NHIALFERIECRGETE : (2) KELLTEL MR /D% 5 T 1 FERER, %R ET
FAT — P i, %58 i HAA MR A Budk B 4 5 RO i i e B 5 W Eh &
(AR IR T, 78 S REE H— ML AR G B e 24 TAE R ileck ™= A i fb 22 OV 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 .

[0066]  IZHREFTT LA AT AT S 0 40 o il ), 4910 40 2 5 <2 SR AL R i, 4 A, R, x5
Gy B, AR, A SR, BT & % ERET AT DUOMERTTR, Wikt e, BT, JE, 77
W, =Mk, HKEW MR E DN 5t 1L 050 10 Eb Lo R E Sz 23 #r 1H)
ZIRE IR AEAE S VRO — P e 2 P I b, T B YL 22 /008 5 HE 1 IR E AT
ZIREF A I BB 1R NV S IREN AR ISR A A 7 ) — S56 4y + P o, 19 bt
i, BgiA T ROERR g

[0067]  7E—PRikSeitsl b, iR ET HA H T 456 70 /M. 128 im B AA 8/ R i
AL, HEA< 5 2K, IR << 2 22 KEi<< | 222K, 4040, 0. 5-2mm. ZHREFRY 5% (1 /)5 2 M 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 Z2Kai<< 1 22K, Fl,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
[0068]  JIT R JGIKIGF ATt G B fs 8% (PMT) , Tkl 4R %8F, BRI 478 25 (K 44 s
PRI H o

[0069] &2 ByR T AR EHII— AL HEH] o FF AR 9 E— MR IR T . 2 RO0R i

9
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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 &,
[0070] AW H— AR J7 AR 2R AT 78 2 TAR fadle, RUMAT (TT) / =N SR AR TR
O 5 S IR PR A T AR B S AR, AN IR T R B0 LR 1205 s i
RE 0 T AR A AR ] 22 A U IS, T AR K2 L ARRF P 2R 50t

[o071]  Jtick AN Sk — 25 7 A B B 5 B i S 491 A A At T o g A S B ) s [ PR
A F PR I R AR D IR

BRLHEA R

[0072] S 1 <A T e A B8 — U IR 1 1 4%

[0073] A DEERER, EAR Lmm, KBE 2em, $4 MH1E 7 A EFE R AL 22 SAHDTRE 2 (Yield
Engineering Systems, 1124P) ¥rA & A ZE FHERT o 28 5 B IR ET R i S AE &8 TR R g
FEbHi2é % (Biospacific), 101 g/ml PH7. 4[] PBS ( BERR Eh 2P ) MW » ZEDUIRIR
B BIERER 20 4380 )G , BREFAS I AE PBS Hhifk.

[0074] M HyTest 3R, I THLESE A 1 (Tnl) AR (BNP) HIIE S4B brufE )y
PO E AT D, B, BAPUEE KRY 4 DO EBUCE . A PO EINBER
BT 2 E bR IR BUAREIR Gug/ml) #,5 738h G4 PBS ARk,

[0075]  SEfh] 2. ACHEEEERE (Ficoll)400-SPDP [ 4%

[0076]  ATHEZREHE (Ficoll)400-SPDP (6-[3-[2- AHkRERE —HidE 1 INBEIE 1 CIRBE L
VEJEZRE, Invitrogen) KM 3EE AT 2001/0312105 FSLilif] 1 kd44. B 5 Bon T il
(R .

[0077]  SEjfifs) 3. Cyo— BEFE S5 A& M 4%

[0078]  #f 32t} Cy5-NHS (GE Healthcare) {E DMF A1) 5 2 50, / ZTHE A | = TH5E
FHEMZE (Scripps Labs) £E 0. IM, pH 4 9. 5 (IRRERENZE MR 2. 4 250 / & THRAE
30°C SN 40 438 BZIRAWEI T PD10 A (Pharmacia) , KBRAR L5 A1 Cybs JeiEHHT
BRNEFRERE SRR T IERL 2. 8 4> Cybo

[0079]  SEJtifhl 4. Cy5— BERF AN 2% — ACHK Ficoll 4%

[0080] % 5.8 ff JI SMCC (4— (N— SRk WP Ji 2 AR 26 ) 3 e —1- 72 R B H I W 2 Bs )
(Pierce Chemical) 7 DMF FP¥) 10 255 / ZZTHEVEAIAE 1 =T, pH 4 7. 4 ) PBS ) 2 =
ve Cyb— HEB SR RAE IR T Y 1 /N o B iZ RS HE 0T PD1O A%, 23R AR 455 1) SMCC.
[oo81] 18 i ¥4 30 f T+ 38 =& 3% / 2 JE I DTT o AN 7E 1 Z& JF PBS W1 % 1 =& 3¢ AT Bk
Ficol1400-SPDP JF7E =6 F RN 1 /N, K F 54 A8 Ficol1400-SPDP F S , b )5 FH
PD10 AE4EAIZATHE Ficoll,

[0082]  #i% Cyb— HEFF 55 Al # —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 #f b4t &), A8l (W s T E /R ) 4546 K4 20-30 4
HERGoE R, I MR =455 2-3 1 Cyb.

[0083]  SLJfA 5 : 55—, Cy5— BEMGSEFIZR vs. Cyb— BEMGSEFIZR — ACHK Ficoll (AE{

10
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)

[0084]  FH—™ BNP 43 #froR X4 LL Cy5- BERG SR A Z M Cy5- BERESRHIZR —Cx Ficoll HJ56
5% . &R BNP Brg DRI LA (Hytest) o —PMHZOEERL, 8 ANHAEY
Fhride WAFRICHESIE A B PUAE 4-5 2P PR BURHIARHETT AR 0 sSEiifs) 1 frik
B - PURG SRIERE . T, # BNP KSHERS (Hytest) A IE AR AT ML,
SR HI &4 Bmg/ml BSA Fl1 0. 05 % L 20 (1) PBS ( 70T 2l ) ke 3 £ . i%IREHY i
BT BNP AL I BAEFE A 750rpm FIELIEIZS) (Imm EA2ATHE ) FAAREFLH SEE 7
54300 ZIEHREE R E . HREFLE PBS, 0. 05% I3 20 PR 3 Wk, BHIK 10 #b. ZEMPEESES)
S5 TR TAES T M P S W 10 1 g/ml R AE W2 540 1T BNP 3§, Bl
TEHH 500rpm N 1GFE 2 738, SRJG VRV 3 IR IRIGIREM A 215 Cyb— BERSR N ER (58
JEfe) 2) 8K Cyb— BEMESEAZ —Cx Ficol l (SR 3) MW A . ELL_EPRASSLHEH] o (1) 5k
BRI ZAR 0 K 2-3 A Cy5 IF HIRE A 100 g/ml. EETE 500rpm £5 9% 1 73505, %
PREF AT — APy 81 SRS EIREHE A m M 2O Wi L s P g &, WA
Cyb— BERESEHIZ M Cyb— BERESEAIER —Cx Ficoll MMt E WKl 4 . HERAEEK 1
Fi7se FER—IREG A A ERR A HE T CIEJEH ) .

[0085] K 1. 55—k :Cyb— BEBESRANER vs. Cyb— BRI — &CHK Ficoll

[0086]

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

[0087]  %df 2 EE 52 e i T 3{E

[oog8]  7EFK 1 FI4E R 2o Cyd- Bil S AR KB E T s L E K4y 9-18ng/ml #R31 H

BNP, 171 58 M (8 I Be 25 5 MR I R AR A 0. Ing/ml FIMREE . %45 A B 2 1 2 S8 e b

HEWReIE mHURE .

[o089]  SLiifsl 6 AHHY 1

[0090] 7R —PdBLa, SEH 5 o M ERET BT U — PP ISR . — MR R R ET I
11
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B IAH R A3 - PUORES IR | 43 %P (B3 500rpm) , B J5 HEAT M oe e 4, 26V e 91 G
0] 1) B B AP 1 8 (B 500rpm) , B S EAT e 7 41 AR B AE S AR W)
R - PURNBER SR IR A 2. B 5 R T EfRI Y R R th ER e AL BILI e # . £
RN BEIE A G5 R T, DU EBRERE o 1) 98

[0091] 3% 2 %R T MK IBNP AT I — AN RELL, iR 200 2 IRy A6, 3 1 IR
20

[0092] 3K 2. fEIY 1Y :Cyb— BEBGSRFNER vs. Cyb— BEMGSE AN - ACHE Ficoll

Cy5-SA Cy5-SA-Cx Ficoll
FopTE | R flEE 2 Hpe | M1 3L 2
BNP
ng/ml
18 0.32 0.38 041 6.27 8.36 10.92
[0093] 9 0.25 0.27 0.28 5.35 7.78 10.49
3 0.15 0.21 0.22 3.03 4.77 701
1 0.5 0.15 0.16 1.71 277 441
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

[0094] ¥ & &R e 1) FIME

[0095] 3% 2 [I4E KB Cy5- BEBEE A Z B 2 By MG E BE R INGES . R,
Cyb— BERB SR AN E — AR BERE (R B B nTE AR &5 (BB — D1 ) AMIRAAIR 5 158
Fom KNP, X LR Y 5= - FUAT Cyb— BERGSRAN R A 211115 2
B AU e T B AE ARG TR SR [P HE RS o PRI BEAN BB LE Cyb— BERR I
F — AR R (R B S

[0096]  SLJitifsl] 7 AFERY G K BNP 4347

[0097] 3K 3 A48 BNP 2T (¥ 45 2R, an S life) 5 3% 4H R A2 B 1R, ST B2 R 120
%,

[o098] & 3. AATZ BT M IR BNP 73 Hr

[0099]
Wl (EIR L a2 & 3 a4
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

[0100] %2 & 2 I e i P {E
[0101] 3R 3 (45 LR BRI BG4 Mo AE S 1% 70 M A AR . AE BB S 4, 14pg/ml
12
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BNP A (1155 76 25 — PR S (1 B MR A A 28 KI5, 14pg/ml L& m] DA%
GANE T o S HTIT 4 IRYIGIEIN T HIOUE SERRIEH G 18 5.
[0102] 75— SEHtif P AT T 9 XY IR IF HIOUE S IRIGH G ViR T E fe o
[0103]  SLjitifsl] 8 AR IGHINIES R E T 73047
[0104] 3K 4 BoRFAIEHY B LIS S A 1M iEdE . IR CEDUE (Hytest)
[Ry i asbf, B — AP E bR IF BB AN AR bR il B ArvE T iEbr il B i iR
T 96 E - PSR 1 INTRE AR SER] | P ATHEE . PSR 1 BB WIEHR’
TAE TR P FRE 3 A5 INIAS & A 1 A I HAERE 0 750rmp FUIE R R FL
FIRBETE 20 43Bh. AEPRIET A, BRERR TN 500rpm K K 10 1 g/ml (1) B- HAL
BEEE T R 2 08h, ARG 5578 T #1408 500rpm (1) Cyb—SA— ZEREME WL T 1 /3%, &
EHWRAEHY G, AP R BCE [P B- HUUES R O T S (5595 1 3 %h) , it o
Ve 4, CE E Cy5-SA- FRIEME (3535 1 08P ) , BJE T — IR P4k T . T PR
TERLIE N 500rpm K B T AT o 765 BRI YT, I R RS o 1) 9¢ 6 FF iz g R
fER 4 ER,
[0105] K 4. fEHY 1

CN 103608675 B b

SRS EE T 4T

[0106]
BPIE |TEIA 1 a3 2
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

[0107] & H 2 B 2 e - 3{E

[0108]  7E3K 4 TP HEAR R BoRfaIA Y H9vAER SUR R o 7R 58 — D sz AR ARSI HE PRk
A 10pg/ml FIPESER A T RFEEPIIRY I3 5 HIO0R T I MR 2Ok

[0109]  SEJiiAA) 9 AHFAY 1G53 Bk 5 A2

[o110] T mEaFEEEWNEE)ERITE B N2 HER AR 7 B2 b 5 2 4 18 20
PRy AR, K 5 WoR TIRMY AR S — B RN T .

[0111] KGR FEAN ST FRAE S5 5 T R ad (- AR FH I R AHOC BNP P REAT . fE3R
51 W X BNP IRFEE 55T (pg/ml) % CV( 7 R1%0) » HER BB ik BE
5 RN T 10 % I Eoks 2

[0112] £ 5.BNP ks &5

[0113]

BNP 100pg/ml |500pg/ml |1500pg/ml

13
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Bl [17.3% CV [2.2% CV [4. 4% CV
A1 [8.1%CV |2.5% CV [4.6% CV
fEIR 2 [7.4%CV |2.8% CV [5.5% CV
n=2_8 n=32_8 n=328

[o114]  SEZJAs] 10. S/ H PR K9]

[0115] 3K 6 SWonAIFHAESLHER] 4 F1 5 A BT iid BRI T —IRIA Y 19 2 18453 211 BNP
IINTEE R . FESR 6 HE BNP AR IE BRI P IR, AnifiiR 22, — AN PP 16 IRE R A
PRUERZE IS5 R . BNP (1)1 s bR AE RSN 3-6ng/ml B FFAR VL FIERET , F Hoaz b
HAKE pg/ml JuH U . PIAPRUEZE 2 — e — 558 70 BT 19 B/ Hh PR 2
Jiike FEZR 6 WA W /RS HE PR ANER — B B2 1 6. 4pg/ml BT 2 AE 3 IRTEA Y
S Ipg/ml o 55— B2, B R fUARYEIR Z2 72 0. 0078V, BhARIR 22 1) T P52 E A HT
I FH B B A RS o B AR 22 K2 £0. 007V, BEGARER I, Sk i 1 il 18 hn S i e 1
SRR I B AN T

[0116] 3K 6. BEAGIT B 5 /MG H BRI 42 =
[0117]
PMT R4
BNP (pg/ml): 6000 3000 1000 333 111 37 12 0
e 9.48 7.87 4.3 2.32 0.83 0.29 0.07 0.04
a3 1 11.62| 10.14 6.7 4.53 1.8 0.66 0.16 0.06
[0118]
¥ 2 YA 12.37 8.73 6.94 3.2 1.22 0.29 0.09
633 AN ORI 10.6 9.14 491 2.01 0.45 0.13
[0119]
FAIEARE | briEiass 2% FRifEiRE ¥ HH PR
(n=16)
(pg/ml)
e 0.04 0.0079 0.016 6.4
| 0.06 0.012 0.024 3.7
a3k 2 0.09 0.015 0.03 2.4
&3k 3 0.13 0.016 0.032 1.1
[0120]  SZjEf] 11 A 2 K EPRC I RERE S FI 25 — AT S8 R 1 1 2%

[0121]  7E36un 1 — I FE PR 0. 176 0 g = (XLMELEE ) & %7 (I1T)-NHS (MesoScale

Discovery, RO1BN-2) 5 7F PH7. 4 [f] PBS H Img BEMF S I ZVR S ISR T RNV — /N,

NSRS 5 R 2-4 MR id g 6. %8 - BElgs M2 A B AE PD-10
14
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¥ (Pharmacia) bF4fifk. 2.9 L [ SMCC(10mg/ml, DMF) 5 1ml PH7. 4 f¥ PBS # (£ 1mg F¥]
Ef - BERE SR R SN — /M. IZIRAYIAE PD10 A B AR R BR AR 454 16 SMCC,

[0122]  FEAZ BRI BEME 400-SPDP b st B i ik as i 30 w1 3R & Ky 38mg/ml [ DTT £ 1ml
PBS H11f] Img AZHAEE HERE 400-SPDP SR i A4 I HLAE =3 T M. | /e, Bl f i ik PD10 FEXF
ACTHC SR R AlAL

[0123] %47 - BEBGSE A Z —SMCC SATHREE IERE 400-SH VR -G H iR & e Ve SR i
10w 1 ¥R 12. 5mg/ml ff NEM(Aldrich) JF H =R RN SR 55 B A 7E B
JIEBE 4B CL A Raifb. %15 2 RE B T R4S AT S BER A R 20 20 N RERG SR A Z= F R
BEB RN L 2-4 N .

[0124] S 12 45 F AL 22 R AR IC PG Y 1

[0125]  GndESZHE) | HP BT IR 64 1 E AR Imm ¥R AT T 50 BNP FOERER 2 BT BNP R R 3F AL
TEAZEETH 750rpm PLIEIZ ) (Imm HAARATHE ) WAL =G5 5 b REMRFFER AL,
PREFAE PBS, 0. 05 % i 20 Hpyk 3 4k, BRR 10 0o LR 40 )G, TREFR R THE A WRA
A 10w g/ml AEPEFEAL BIPT BNP (K70 A S B KA v, B S AR % 18k 500rpm 1555 2 73
B, ARJGHEAT 3 RIPEIFA . RIGIREH RS 2 SN 10 1 g/ml %S - BERESEAIER —Cx
Ficoll MM . fEFEI 500rpm 1557 1 70 BhJa , TREFUAT — b 40, SRIE & 2 k9™
RGP . — IRy G P R IR IO [P 5 3 R 500rpm (AR R ZE 2= — HUIAREIR 1 5%
Bh, B JEBEAT R 1 IR, ARG TRIAE H3 500rpm BERESERIER 1 204h, B AT v e
)1k fESERER G — IR IR G, BREF R T A W L R N, =N 2EZ (MesoScale
Discovery,Read Buffer S,R92SC-3) (1M 1 KA RS AL, FFdE L K 2 1)
p e & Eui

[0126] Ak BH, RV R 1 5 R b R 0 FH S 38, VB B, 10 v, FIVEAA 1607 5 1504
FEATAT R AR N 52 BERS [FIREH RIE R o BV 22 A (14 A 3R A e I P D0 24 S e 451 o L A 4l
A5 3G T LAAN I 2 A i B L (RS e ) ) Tk il e 5 BRIBCR L SR R S8 45 A%
Y B A5 CURE I FE H B A B SR i A R BH ) 32

15
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Ab : Ag : Ab-B : Sa-F-

F: 2abhnid

B: ‘EWIE

Sa: HEEEOLFIER
Ab: Ptk

Ag: TLIERE AT

Kl 3
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RETHEH

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

Ficoll 400-J# Ficoll 400-J%
+ SMCC + SPDP

\

Ficoll- SPDP

+DTT
L4 YV
Ficoll-SMCC Ficoll-SH
“Z Bk Ficoll

l + SPDP

“ZBf Ficoll-SPDP

4B CL #

2Bk Ficoll-SPDP: 4+ F&>1MD

Kl 5

20
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