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[0004] AR J oy TERE W, F T 23X 2L 2 S M HERH), 4% 12805 YR FE )
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[0005] Ll T 4 S AR IR 70 IR AE — R R S T i 5 | L e 2
Yo 52850, AR gl & ek 2 50 7T e BE A 2 G sl M. —RAEWIS T
BEDH A5 By (BIAZER DU BERBORNR) B amEw 75—
PRI ARICY) (B SO RIS 2 ICONAKRL T B8 ) 455

[0006]  HUAFI AR IR LB W (PRSP ) W TR AEDIRE s 1 BE 23
THIGRE T Mo IXPHELE PRI DU 70 L5 R P AR 37 45 5, 10 m ARSI b3 420 U4
HRARPHR R IZEE A B/ SUERLII RTINS — RO R ALHIY, JCHRE T s
AL W B G2 DRNBEN R G0 (UK - BEY) o B A S IR
PRI EAE T IO SAF AT HTA — BESLS I RIRE A 2 ESTIA S 0 5 AL I S &
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SRR R B S TR R A

& AR

[0000] A JF T — At BUIFORRRE LA 70 TR AW AE— IS T S 4R 40E T —Ft
U - RIS E Y, b B8 — N HURR Fe 3 S0 8 & i BL bt i 45
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[0010] I/ FF T —Fifst FH I F AR B SRR i) 25 SRS K 7 vk o AR —TSE 7 2, 10
RSN — DI I A 77 EARY IE AT, B ZIE R AR B I S A b DAL A P BR [ JE A7
TE NTITEEAS EJE S NS PRI S8 — o 1 IOV o AERXFEIR A4 RIS
RS 15 56— Fh o1 2 TR AT LB L B, (RIS 264 BOR B T OB A A T2 —Fh o+
Rt T vty R A REAT i 4k S .o

[0011] I FF 7 B Akt Tt o 251 R o) o BB IO B 40 ) U ¥ DR, SR T A8 P
N TG AR IS W ZH 2300 v 840 B2 i S AR A P R 2 I 5V T T A IR
E o A R R AR, R INEE Sy 1 AR B S A Bl Ak FERLAe Sy B, R T
A5 FH BT 08 FF BI85 0 16 22 B8 9 BT, 46, A FH BT 8 T B LA 2 D6 7 - B AR kL 1R
MRS I BRSSP 2 BT

[0012]  PHEfATiA

[0013] & 1 2 BosAf BT A FFI Fe— FE e Phbu i — B It % IR g 45 & ) AT F e 5 55 F
- IR A A R I R AR RN« BRI R E IR RAENE

[0014] & 2 2 BoRAF H BT A FFI Fe— FE S b i — B It % IR g 45 5 ) AT F e 5 55 1
= — PR R G SR AR L) N B KR — RV G

[0015] & 3 2 B sAf BT A FFI Fe— FE S Phbu i — Bt % 1 B 25 & ) AT FH e 5 55 1
- IR AR A R I IR AR oMV s B R — R A R

[oo16] &l 4 & BosAF H BT A FFI Fe— FE e PHEhu i — Bt % 1 B 8 & ) A AT FH B 5 55 F
R - DI R B S AR U R ZH 2R N EBER UG SR — R A EIR .

[0017] &l 5 & BosA BT A FHI Fe— FE S R Bu i — Bt % 1 B 8 & ) AT F e 45 25
- R L A RSN CaSki AL HPY ( AT EE ) e R —
RYEG

[oo18] & 6 & B AT T & FF I Fe— e e PEBuAk — Bl M 4 IR g 48 5 Wy A AT ] B o A
3 - IR S PRI HeLa SRS M2 HPV [ 3 0 B R 1K — R 41 B4

[oo19] W& 7 & BosAE BT A FFI Fe— K Phdu i — Bt % IR g 48 & ) AN A P e 5 25 F
3 - IR S PRI SiHa AP REREZHZA N HPV ) gL 00 B 2 i — XS B

[0020] & 8 & B s Ad BT A FF I Fe— R Ph B i — Bt % IR g 48 & ) N A P e 5 25 F
- TR IR B A R I A B 2E A b HPY LR E R — R A A

[0021] &9 & BoRAF BT A FFI Fe— FE e Phbu i — Bt % IR B 45 & ) N A F e 5 55 F
- BRSSO I VL A AL 2R T Lsh R B B S B SR X B

[0022] ¥ 10 52 7R T A FF TR — BRSSP s a5 g T sl & b ik — Bgek
E W2 B R — R A A
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[0024] A< Yx BH ) EL & 7 i g ik DL A PR 1 BH RS 49 1R AT 761 Ud BH , AELTT R 46
HMAEET.

[0025] 1. 455

[0026]  Ab-Fifk

[0027]  (Ab-Ap) - Hifk — BRI BEIREEZE 540

5



CN 104090095 A OB P 3/38 B

[0028]  Ap— B Pk PR ik

[0020]  BSA- ZfIfLiE A2 A

[0030]  CMV- E4H i &5

[0031]  EBER- % — [ & -] RNA

[0032]  DL- m[ I bRICH

[0033]  Fe- ] 4fihnE

[0034]  HRP- BAR it AL Wl

[0035]  THC- Hy ZH 4L 2

[0036]  ISH- JEA7 24

[0037]  MAL- Hjfe it I fiz

[0038]  MBCH- 3fid& | Wt~ ELJHF

[0039]  MBH- 32 | B

[0040]  NHS-N- 2% T —EE P %
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[0043] II. Ri&

[0044]  ARiE“—” F1“i%”, Bl b N U ANE R B, BRI Z A PTR X S .

[0045]  ARiFE “ AL ” 7E AR S FR IS Sl PRI S AR 1 B, Hoh— AN e L &4,
5] 0 g B EIE S 5 1 B S N 5 516 T 1 — A A Rk, e B i e AT 30 4 s S AR e T =X
BB AT MR I SR DA 1 R N4 o I TP 2 AL A A0 48 T N B R, B8R L A2
N PRI R 3 T R 91 G iU S A B s [FI2R 2 —, lan = SRR SRR & A Bl . AT BA
A5 R (1% T e TR (038 J A 45 ol i B I e 4% 5 40

[0046] AR “Hifk” Gidh S Bk 8 2 B BR AR 40 1 (L4 TgA. TgD. IgE Al IgM,
DL AEAT AT WL a2 304 Can A =i AR/ B ) H 1 S 92 i 12 340 1) 7= A= [0 4R
T ) BB B SRR (B m AR ) R RS A BIEA FHRR S
NTEE TR . 75— 25y o, PUik SRR S 45 65 45 A A LR RE L T 3L E 4y
TS EEE DR 100, 10 8 10W . EH e Sy b, Pk SHR e & (fli
PPUR PR KA ) &5 11 Kd (HALLE 10°M B sl SEAR, B0 10°M skEEAR, FE42 1070
B . Kd fE ] LA G 5 4 Pk ELTSA (IR G e W BRI v ) B 3R 45 5 7 R LR
EH, B ] fH Biacore, Inc. , Piscataway, NJ 132 BiacoreT100, MEHE 2], FiikH B
48 B AR AR DU A B [ 4] ARk L F (ab” ) 2 B, Fab” B, Fab” —SH Jr B
Fab F Bt 1, DA R B (BlanA%iisk 24 sFv F B, dsFy B BUREFPE sFv FBE WL
R Sk dsFv B SEBTIARFI = BEPi 0k ) , Fagg sedi sk (40400, 22 B &F) No. 6, 015, 695 ;
6, 005, 079 ;5, 874, 541 35, 840, 526 ;5, 800, 988 1 5, 759, 808) » Hi AL+ & va [l 2 va %
PR o BARFT A T AP RIPUAR RS S AT 2 4 7 By R0 T ATl e e 2 A
F A A ABAEREE S 7 b PR S — AN BUR BUE (B0, & R SR A —
A CLAT RO IRZIRT 51 2 BARIEBURARIC RIEREN P H1)) o FERF 8 S Zrp, ik A
AN BEHRAE Sz o A AR N SR PR BT hUA LR . B0, PR R BLE — NPT - 1eG
Lok, FInPeEd, 1eG ik, Hife 16 PLiAsPil=F 16 Hiik,
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[0047] R iF R MO e R0 (At e 2 P 2 AR B DAL AR PR R B AP AE I R 7 R Feik i
[ 454, 491 1 pH 454, FErP i e A B ] (=SH, AL b R R 20 ) DAL Bt
X SR AR R HEER) FERDTA 1%, B, EXFERAL T, D TF240.1%,
DF210.01 %, H 2D T25 0. 001 % B ZERGH Re AL E 3L Pt/ 0. BEm i iR &)
(R B AL A AR b DL rh MR T A I 25 A48 pH /N T2 7, 440 pH /T4 6, 451 41 pH
/INT2Y 5.5, TENFE IS 7 Srh, X e & A0 48— pH Ju [, 490 40 pH A2y 3 245 7, pH
MZ) 4 BIZ1 7, pH LT 4 B2 6, pH L) 4.5 B2 5. 5, s RS H A el 755
— ity ZE R E R R R S AR b DL A R AP AE (T 1% TR S
P CAILHEm I R AFAE ) 19 pH Y [ 6 _EFR W] DA 7, 6040 pHS .. AN 1l AR 5 R
Hender son-Hasselbach 74 URIZ IR0 I B 25 A1 (1) pKa {8525 ) 1 78 25 78 I B 22 1 2%
A _E VLR PRI A AFAERT pH Y B B PR o A8 ) — S8SEt 7 S, i ) (o i 2 1]
TEEFIE R REEE A b DL A M B8 1 20 A7 70 e A 1 pH (AN B 5 , A9l a2 AR
T YGR B, B LE KN AR R S R B 2 7R = 200 pH T R Fr PR
W o B, TR E A1 N, BRI S A2 A A b DL PR R A7 7E ] LU i
B ZR B 2R 2 7 — 7 7 A I 0 B SR ke s S o o 0t B I AERR 2 1 pH (X
AR F M AL TE ) pH) 4548 T Bz 2500 mT LA E 4 5 | AN B s i) o> 7 (lnfasz sk
B PR A BRI EE (Flh, B Ellman 7)) o 75— BRI (91— /NN ER
) AR & BT EE R (B 50 SHESCEL ), ARG RTIE I B 51
B AR R AR ) B R R 2 (Bl Bk A 0 1 o AR T3
O 2) , W12 B B AR R B AE TR IR I 45 S AR B AR B IR R T AP AE . 11
U1, 78 pH 294 7 I, A% T A B3R 1 & 100 135 103242 50 MBH 4= A= A S 2 3R 285 11 4
TP 2 R . FERUKIT pH5, 1000 £ & (1) MBK SEREFILE 24 /N N P2 AL P 3 KK /D
TR RIEERE A DT | AWEE . IXEeGE FE S, 0T 2457 MBH, B B2 2 [F1 78 pH 292 7 5%
SRS T A B DL A R X AFAE, B BlAE pH FEAIK, A PR R 2R AL Bt (7]
(10>~ 5 5 ) rp MR T XA B

[0048]  “ZEEW” SEFaILMER M — B KAWL EZA 707 (F/ 8ikk, gl
KKLF) o FE—2ESTjl 77 B, A E— DALY T (B, =8, & 00, 5,
B, 28, IR B OARE D), eSS — P sE A e s 7wl — s 2 e A
Yo 1, &R . 1R —SSHE T B AEMAS 5 — A EEZ A TR AR e (B
W63 T DECHAKRL T, - HUR, B M A A ) IR — NN R 570
(BAnPARRIRZIR TS ) o

[0049]  “TIRGIMbRICH” 2 —FhRES= TR 1Z AR I ERE S R AT ERT / SR B I mT #6
W CEanm] Bs 2B E ) E 5 M0 FEM R U SRREE S THAEN, 1
TARICH) AT LR SRR R 5 45 600 THe AR e 0 F0 / B mlE . #5 0k, SR 7ERE &
(A7 AE RN/ Bk FE T DA S AS 0122 ] A I b e 4 7= A 1 okl 2 T AS I AR ie 4 ] LA
ELAE R FEAS I, 107 H LA S5 AN A R 7 45 6 40 2806 A B I TR D AR 12 4 m] D2 & s
FDMERE I — AN B AN a0, 55— P T A D0 AR 104, 461 4n 5 X SR = (A% PR R
BRPURGE A 2B, AT DA A 5 RS — R ] il AR il R = 45 A K T A A
Flr A AR i D RIS I o BEAE A 23 0 A DU 1) 22 R A I bR e ) v] LS AN R IRE S 4
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S FEE, e S AR AR R85 G, 34 T R R IR I — A i N I 2 AR £
I E . ARG 5 A L AR & 0 sl A5 A IR LD A4, e d5 o+ CRLFRSTA.
TR AR AL AN W] DA SR DG ) IO R SR/ BGEUR RIS 10
WAFERA TG BECHUR OGS 1 B RL, T — i) e A s s — 40 Jot ASR AR ] A 0 ) 22
Sl A e ) o A G g i Bl S i ke, B30 AR DT BROHRE R RE R AT ) AR AL
) (A A ) , BEAI A 55 A ELRT RSN 7 bR i P R4 S i@ i Btk - PR S-S A B
VE ARSI 2B I, DL R RURE R B 1 53— BSOR L o T ASE I A 40 1 L A s 491 0 55 g, 41 4
BRI S ALY, BRI TR, BRIk B PRI, AR AL, B - RILRE RS, B - AP IR
oy B - WBERZ S ;5% 650 1, Wl n2é Y6 5 5 2% BODIPY Juk) ik ki R A FHIH (7E The
Hand book—-AGuide to Fluorescent Probes and Labeling Technologies, Molecular
Probe, Eugene, OR 1 1] AR RIR 2 H B 25673 F IS ) @b+, flin &+ 50 (i
H Quantum Dot Corp, Invitrogen Nanocrystal Technologies,Hayward, CA 152|{] ;165
W25 E A No. 6, 815, 064, 6, 682, 596 F1 6, 649, 138, { LR IFALLENSE) (&8
BAYD, A0 TR T SO 4 8 B 1 W Gd™ (1) DOTA A1 DPTA 2564 s UL Uik, a0 &6
AR 505 TR B . FE VTR I bR IS L FE IR I T, W] LS B 20 A48 — AT i
M EED, R FO6 G R G Y, UM AN ERE S (&SRR
AW T AT, B U Invitrogen Corporation, EugeneOR 133 ) o A AEYIH
HARSLA A HE — 2 ZEBA % (DAB) \4- AHZEABEIR (pNPP) | [ £0.5- ¥ —4- G —3— W[WRAA IR
(BCIP) & W5 PUMe (NBT) \BCIP/NBT. [ 41 . AP F& . AP 5 . VU FREEBA 2K (TMB) 12, 27 — R I
- [3- ZHEEAR IRk R £ ] (ABTS) \ABHRIA 7 iZ \4— S ZE My (4-CN) VAHZEASE - B -D- 1t
MR~ FLBEH (ONPG) (B2 i (OPD) 65— ¥ —4— 5 —3— W|WEZE - B — mbisg L FLBE 1 (X-Gal) .
P 35 <P T il — B =D Wik e 2 LB B (MU-GalL) « % i 5 2R 58 — a —D- nik i 2 SL A% £ (PNP) |
5— IR —4- G —3- WIWEZL - B -D- M A B R H (X-Gluc) \3- 22k —9— LEEMRMe (AEC) . B
P 2T B O W 445 (INT) 0 s s 0 O WAk 2% B 2, 7 G b 2 A0 0 7 5 wp mT LA AE
BiEo S AH ARSI T VA FEFe — Ph i, 9 oA Tk BRI, 5 — PRI M & 8 S 1 — PO
IR B PE LR R A AL S A8 o I B A AL AR AL — SE BRIE PR, 25 - IR R
T TR JE I R, AR LT e n TR I R BTTE (il I, 2004 4F 12 H 20 H R AZ 3L ]
K125 L HF] HiE No. 11/015, 646, PCT 2 FF5 No. 2005/003777 F15E EH LR HiE A5
2004/0265922 ;BN IFFARNE NS ) . MR EARE S —MKEESEE . —
P A AT RN — P J5UR] — & A FH — Pl S B () B A ) [FIFE 2 T8 m]
e FptiE C(Blan L, SEEEF) No. 6, 670, 113, HA iE AR AE W22 ) o KPR Byt hiik
R 4 A /N AR AR B AN SRS B A S e i Y., 0 2001 516 B 25 18 B2 K I 38 A
Gy AN R ECE BRI b L A e N o P R SRR AN SR Ry AR
BB R . wRI AL e IR R D5 HE IR IR L = PR R BRI 2K
VIR A SR IR ARNR AR PR A AL [ R o (1) 58 F 1 N5 R FR i No. 60/856133 (2006
1L H L HERAS) P ERIE AR EAN ST .

[0050]  IX HATH IARTE “Fe- Fe & 5907 28 —MoEskEn (s B) WEs
Wy, Horp 55 — 4y (Elannl ki bric 4 ) 5z mkea A s ER 4> (B sk B i)
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TR B BEIEALER 73 O B ) S G S BRET Y ROBEER AL /07 Fe DX A B, 122 X elhir
THPEEERE E I ERE L, AR S 3R B T Pz S B Bk e R e 46 T Ik B IR T 2 1Y
AT

[0051]  AR¥E “WEMEREE]” FME L (~CO-NH-NH,) , = EL 3L (-NH-NH-CO-NH-NH,) , 2 J: 0%
%= (-NH-CO-NH-NH,) , 28 LA R IL (-NH-CS-NH-NH,) , B¢~ k3L (-NH-NH-CS-NH-NH,) , i
Pk — Jif (-NH-CO-NH-NH-CO-NH-NH,) 8% H55 i A7 B4, sk IR I FE ] (~0-CO-NH-NH,) X,
HERMATED

[0052]  ARTE “ W JEE PR 2 A1 A2 4R Re b BEIVEIE T SN IF 8 A O B R - A . SR A
Pl 35 A2 T A v P 2R A1 1) S48 o A o M R T AT DO 43 BT A A, BE R S TN B4 T
e RS (—FMEEIEE R SIABIZ R RS (AREHUE) T —Mor A
FHAAL, 490 00 e B ER Eh A 3 AT —RE AR AL . BRAh, ANTRLURI IR 10 1 R0 o 428 I i v 1R 00 e
AT DU DY AR AL il — B, AR 5 e R Eh A A I o 7T, IDORH 8 B N- i 22 2 1R
RS PR F W] DA v R 00 R Tk A0 A Sl 25, AT W] LUK R 28 2 (4] i b it e o
M B - WBEIZBEUEAT eI it . MR Eh AL TR I DO T AN BT RE . A
S I N 30 1) 4072 e LR 0 P A R 7 A 0T T SO TR R B 2 R ) R e e o A1) T, 1M YK
P ) R A A 0°C T8 5 70 M Y PR VR FE IR 28 7.8 1 9 MBS 2 8] (R AH 41852 Tk Ak R4 o
FH 10mM 53 5 i v ) v B B A8 A 2 0 3 b B 56 1T = e AR 2 1 484, DT 45 0 1 22 0
FIE IR 2. Hermanson, “Bioconjugate Techniques”, Academic Press, San Diego,
1996, TSBNO-12-342336-8 H iR | —Ff -G (il H 77 2, S CBRIF AR SHNE N S5 . 1)
W5y 1A GINEER 55— T ik A Ry e 1 SR A, 9 2, 2 FLRE AR, 1R K
Uiy 1) 2 SR ZE A B, e R e SR e 2 p LB S A M R TR A i AR 28 — A 1
AT A FH AR 20 I g o 25 P VR IR, A5~ FLW ik 8 i il om ik o — oA FH o 22 Tt e I~ L
A T ) A5 ) AL 2 LR R DAAS 300 PR T ik 1) U7 ZE 46 IR £F Hermanson, “Biocon jugate
Techniques”, Academic Press, San Diego, 1996, ISBNO-12-342336-8, 1% 3 3 N A H i
YENZ2%, AT LBy 2 dE 5 NHS- B () an T - BE 0 e d %) AR Bt 28 AR IR I (SFB)
BT I W i S X R R R AR A L FRE (SFPA) (Invitrogen Corp. , Eugene, OR) J= W, %%
BESINB 737 rbe B R, W DS A0 A4, 490 3 i O MR Ao LU B R 2L
[f] ¥£, 7 Hermanson, “Bioconjugate Techniques”, Academic Press, San Diego, 1996,
ISBNO-12-342336-8 &4t T 514 1) 77 5, U AR HIEE N 2% .

[0053]  Aif “WEMFmi LR 2 AL — Pl N ER RTINS S — 18
ANBEEIE A A — A sk 2 MR EESEE A (—SH) [R50 o BRI e 70 ) B P A R ot e 2 [
A Ll o — N AN S PR 1 B, B G 2 (-CH-) SCAL I RE 2« o A0 B Bk
W1\ 5 G A 2% 05 R 5k A1 TR J 1A JR e 2k e gk A (49 4l &0 JE 4] —0—-CH,—~CH,-)
WERZ L A (CONH) « &5 (-NH-) \EEZE (-0-), eI A A “FET PEG 1Y BE o i % 2
FHREE — DA O EERERE N G B — 8 i —FiERe . “ 2 H ie Bt R R
)7 R — PSS RIER, & H 20— ADWEE, 20— PMIEEEE, f 2D 5 — A iE
LA, 0 S A — AN BEEE S — ML, 50T T e AR T e R A . 1R
FALST Ty S P, FE T PEG A BRI B BRI & — N4 B PEG (dPEG) #4857, & n] L
dPEG #2464 (1 3E [ & A i A A1 5 No. 20060020134 1 I AFFH) ) 4, JF A H Quanta

9
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Biodesign (Powell, OH) 1453 . W] LIAUTEAE 2 B BEMEIF — B e R0 o 1 53 S0 s M ]
PRSI 48] 0, 55 G SR, N e 5k P R 3 MR R 25, 491 Gn N- iR T B W IR BE AR AR (-OH) o Fi 4k
(9 P 3 [ 1 s2 45 T LLAE Hermanson, “Biocon jugate Technigues”, Academic Press, San
Diego, 1996, ISBN0-12-342336-8 4k 3,

[0054]  “A 7 — T2 Y Y REAE I B EAETE AT VR | 2 [ R B[ R4 s ( Blpt
BE) o HEE, FE AT DL A A S B AN AE VAR TP AR B o AEVIRE ) S8 B S A
ZURE RN 2

[0055]  ARif “he s &1 IRSH My R REGH— 7y 1. “fRea” BWRE
R RS G THE 0T EE BIEEAR FHERRAE S PR e o IR (I, R
A TG GBS EE R e TS AR DK 1M, K 10°M, K 1M gl
10°M) o KEF &G0 FIEB AR 2R PUR B R FCERN R, S5 REH0 T
2 55 WP s e 5 6 A ELAE FH B S A0S AL R P 1) XUBE AR M = REAA R T B, 2 14 — LR AH
HARH (Hlanmt g - m RS2 A BAEH ) (Hiik - B AR EAE R, 5 - JEYAH BEAEH, BEAR
- PR NACERZR - AR EAEH (FInsEE g iR - AWEMEIERH ) .

[0056]  AE“HLA” To I AFAE A B/ s TR I 2 sl Ee A U 52 AR 70 1 483 T I
LA HE R E B LR PP, LLACEDUR , B0 5 8 e 41 sl i B B3 45 S R Bt §E
Oy T — R e A R e 5 23 R I AR I DR 1 RS A U

[0057]  ARIE“Tu B PEEE 1" Ha e S B AL A SN T B B — A el 2 A R 1o BB
iy S I D/ e 0] i S 7 =1 6 U R R =10 2 = B o) MO VATTTE - 2 WANEE I 3
T B S A A SRR AT SR A 1 Michael 24K, ) LB (F1A1VR SBEFIRL £
WL A1 ), Bk ), TR BV M, AR A BE, T I R T, MR, SRR, B AT 2R 1%
B SN B 5 ek 1AL, 49 g e 2k (4] G DY 3R R 6 ) LR i RE [, 48] — e
TR R AU Ellman R ANE A IREE . 1% SE2HE Y ) & AN 55 T ) H S S T T AR R
N B2 B 2 W . £F Hermanson, “Bioconjugate Techniques”, Academic Press, San
Diego, 1996, TSBNO-12-342336-8 Hfefit 1 5¢ T IR — R3m PERE A1 1 o — 2RAT# AR
NI e P 2 A1 1R S N 4 A R T i 3 — 20 S RV R, i SCIRB R AR STE I 275 . 18
— IR SE I SE T Z2 P, — DN RUE BEEERGN 2 T BOERAE — o0 1 LA NBR v 1 2k
Ple 5040, T LR A R M P i 2R TR N- 2 58 T e W fie (NHS) 255 A1 1 o 451 ok 1%
NHS ZEBUERAE 73 1 ERIIEEE b, T BCH A R B v 1 S ok R IR AT 73 e e 5 )
oy ERREE LA (0 a8 B R B RGN A TR OTVES I ) RN, TE G &
Y.

[o058]  TTT. Atk

[0059] AN £ AN T2 AR B, BT A 1 177 V5 Re i SR B 1A e S B D Fm i
B0 SN B RESERAEAT 70 FALG o T TR R T U6 W 8 h R e 454, o8 BAk
UL, BUAAR - BEEE A, AHAN N A Ay 7 6 AUk BRI R R R o BEAR BAR A TF RIS S A2 Bt
- B S, A EEY 1 (B ) R IAR A (Ban-FHile 52
AR TGP F R TOLE A, Hl s 5O E ) Z AR A W4 5 1E I
TR HITEH .

[oo60] PRI, —J5 I, ATF T — B AT a2 B0y 1 IS -G A J7 2 o 277 B FE L

10
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DRI 5 WS R A (Ban®E ) 28—+ (Hlandik ) [N, & s B0 i 28
— ¥ o IR VAE BRI BEE B R R A DL R () TEAFTER
FAF T AT o B EEAL RIS — RS T LA S AR R MR AT (s N B 1
LR 5L AT ) IS — 0 1 RN, TR G o AE— TR I SE i Ty b, S — v 5%
BT B N AE pH AT 4 B2 T 4A0F R T . 8308 1 HAR S 5 22, W IFRR B 571
AT LLEEE T PEG AR B 12250, 2 5 Be MBI BE B0, BUIE T PEG 1 2 B Re Mtk
BRI .

[0061]  7E 57—t /7 &, sy iEn] F TR R 456 0y T e BRI bR i b 725
HARRSEi 77 i, Sho7 ] PR ARG s — o PRI S — o 7 b fEILSE
W7 R, BEIEAL R 2 Aot Ak T T DL IR R e 2 ) S I (G o A — T LAY
SEETT S BEIEAL IR A — 2 AT DR AR Fe IBURHiIA . Fe R MR B Bk &
T R AT B B0 S N R i, 1% Fe— e S MR AL BL AR T L B R B s M S5 1
ATRLIAR I Y

[0062]  7F 55— J7 T, $&A% T 25 3K & A IR ot AL I 50 B Lo 45 7 25, WS TR A ik
R FIELARI St e Tk o 5 TR P A TG & A . fEX— 7T,
AT T P, Hoi s B A FF BIREBSRI D¢ T 34T Bt 2 FF B il & 48 & 0 7 1 1
o IEATE T AT 2 BIZE A PRI forb R BRI 7

[0063] AU BHWE X LA SLiti Ty X -

[oo64] 1. —Fhid&, HAas .

[oo65]  ZXE54, HALE -

[oo66]  PLfAk,

[0067] WA INERICAD, FoEL 5, BT IR 4% tH NHS-PEG— Ey SRR W i 850 5 | N 2 ik
B 2 17-25 Ao i B [T, AN TE BRI AL M 256 BTk g 1) 28 55, A

[0068] o A>Tk fiFF A M o 2 30, A T A At 12 32 2 ) 5 o I ok 25 A R e 2 A 2
) ) — AN B 2 AN 2 R 1, Horb B 3 Wk R 1 2 R )k SRS TR E (MBH) 3RS T
K EE (MBCH) « 3% 2k Bk 20 5 50 56 T e (MAMBH) AR AC © Bk & FE 37 2% T BEE (THMBH) <
N, N’ —(6- fiff 3t -6- SOkt -1, 5- —F=) = (2- FiFL WAL ) (BTAL) (XUBHAC O B L EL T
FEME R (BTHL) N-(1, 5= 3L —1, 5 =45k -2 5k ) —2- 3R 5L A Whi% (TAGD) (AifX Lk
B AR M (THGD) , PEG ZEMIBEHEN BRG] 2 B REBR AR B 18250 PEG 22 B fig
P A I 32 ) 58 A A4 T IS It P e e ) R LA, oA I s T 2 8 5) ) I 2 1]
SHAREALKBESEEAL Fe 30 A0 454, IF BLBEIFR B S B0 2 — Wi 2L A 4 i T ok
WV e 2 [ 2 — 5 TR AR i 3 45 G o

[0069] 2. &% 1 TR &, 2o b Br A B E B0 5 PEG S (B Akt B i 2571 o

[0070] 3. %% 2 TR &, Sorb AITiR PEG 5 % B FR B e B A 25 300 —dPEG- Wb ki

o

[o071] 4. 55 1 JUABAGRI &, Jrh B i Bk I 43¢5 &5 MBH 50 MBCH.
[0072] 5. 55 1 IGUAITRGRI G, 2 i it i ol 7 e MR Tl AR I B AL Bl
[0073] 6. %% 5 IR &, 2 P il i e ol A IR g

[0074] 7. %5 6 ARG G, 2 Bir il i ol 19 ke B 5 SR O B M e PR il

11
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[o075] 8. %% | WM&, Hrh ridpiiA s serotmdiig.

[o076] 9. %% 1| W&, Hrh Frid PiiA s Hipi e b,

[0077] 10, —Fft FH TR0 W0 200 Jfa s L 28R o H BB I 23 11K 7 %, HLALHE

[0078]  ¥& ik 40 M s AL 2R i B G i, ik 88 &0

[0079]  FifAk,

[0080] WIS INERICAN, FoAL E g, BT IR N A% t NHS-PEG— Ey SRR WV i 850 5 | N 21 ik
B 2 17-25 AN BRI A, SRR &5 & Pk B 1) 20 5%, Fi

[0081] 2 AWk AHAAT 195 322 2 301, A5 A MO R 7 12 O2E 4 590 B 2 A T I o 55 ) AR, i Rk T 2
) ) — AN B) 2 AN 2 R 1, o rp I B RO I 500 2 B SRS T HE (MBH) 3RS T
R ELUE (MBCH) 3726 B & 3125 T WEHE (MAMBH) (BR AR O B & 5557 25 T BE Ak (THMBH) <
N, N” = (6- 3L —6- 8Ot -1, 5- =& ) — (2- FiFL LWL ) (BTAL) XU AR OBtz S L
SRR (BTHL) N-(1, 5= I -1, 5- 40Uk —2- 58 ) -2- S CBElZ (TAGD) (iR LBk
AR AR M (THGD) , PEG ZEMIBEH B R 2 5 BEBL IR BEE B PEG 22 B fg
Pt P I 3 ) 58 A 7 WO I It P e e ) R L AL, oA I R o T 2 8 ) ) B0 2 1A
SHUARREARBERAL Fo 370 340 25 4, JF ELBEHR & B30 2 — It B 2 A 28 1ok
WV i 5 A 2 — SRR bR ie 3 &4

[oo82] LA

[0083] LM BT IAEE A4 A BIME T , HoAa /s 40 i s A 2R it o B R 1) 43 I P A
[0084]  11. % 10 T ik, Horp Brid i B iE £ 5 PEG JE (B Ak amt B i 12571

[0085]  12. 5% 11 T 5k, SLrb i PEG 55 (0 B IR B % 204 7 3 2 —dPEG- Wik 4%
5l

[0086]  13. 2 10 IR 7%, 2 rp BTl B Dol I 34 42 7040, 2 MBH 5% MBCH.

[0087]  14. 55 10 UK 77 ¥, Horb Pk il 2 i e oot IR Iy BB it 4L AL W 1 o

[0088]  15. 5 14 IRUIK) 77 ¥4, Ho o Bk ek 1ok 1ol 12 g A, 25 AT TG R0l o 2 PR Tl o

[0089]  16. ZF 15 T /7%, Sorp iR B2 A2 BRI B ok AL it

[0090]  17. % 10 T T, Hrp ik biA s b oumdiig.

[0091]  18. % 10 KT, Hrp ik briA s HihiiAbifa.

[0092]  IV. & jktitid

[0093]  A. ¥ JHRAL M 3 45010 ) ) %

[0094]  HLARTEFT 2 I B0 28 286 0 16 7 2 A mT LI ASE R AT A T JHFR At 2 32 B2 591, {ELE — T
S 77 ZE S W I S R T DA B A N R S RV S R W BT i Ty &
1 RNRIER, H&E 1 Hn = 1,283, Rl /& H, ~CONHNH, 5 —CO-A-CONHNH,, H:# A &—1
A 1-100 M a7 1 =M 3L H, BT B — ek 2 A4 I35 [l (440 0. N 8% S) , FFR] 4
BN — AL AN AE R T b AU RS RS L B IR L SR R IR A/ Bl SR Y
fRo 755 HAKI ST 2, A — A 1-10 ML (-CH,-) #1/ 58 1-24 MR LKk
(—CH,~CH,~0—) ZH By — A JE A o 75 55 A BRI SE i 77 22 mh, A g — AN 1-6 N 2k el 4-12
MACIFRFER B 2

[0095]

12
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O

9]
¥ HN-NH-Ry ———> R1—*HN~NJJ\/(CH2)€‘“SH
¢ H

(H2C)n

T 1

[0096]  m] T FT A FF 1 77 3 P 1) 2% 285 B 10 TR Jk At e o 30 a8 m] LA BRI T 1) 7 & 2
e TEIZTEY, 72— 1-100 MrJE 1 1 0 B, & = ZE v D — A a2
AREJRF (B4 04 N BS) [RIWT, IRl ) i — A B2 AR I A SE IR R L T 3R T
PRI R IE R IR IR AN / BRI, 7E S BARR St s Erh, Z 2 — 1 0-10 DR
(=CH,~) F1 / 8% 1-24 MR LM (-CH-CH,~0-) FE A2 sy — 35 A 78 58 0 BAKE st 7y
ZEH, 72—l 1-6 NP 4-12 MR LM B M . R, /& H, —~CONHNH,
8 —CO-A-CONHNH,, H:Hp A J2—NF 1-100 ANk 1 -1 o5& [, & ] DL — e 2 24 R
+ (a0 0N B S) I, FEr] LAgE 1 an— N B AN e 5 TR 2 AR 0 VB R L 1 3R T
FREL VA BEIR LA / BB EUAR.

[0097]
0

0 0
/U\ )k + HO—N
HO z-——§

0
O 0 O
AL = I B NS A5 AB IR R | J\ /[k
-
N ~0 2 S
e}
0
HQN""‘"_NHRQ
, o
Z—S8H

RpHNHN

7% 2
[0098]  TE—4L5jfh 7y b, W T I AT 5 B T PEG B Art i 1% B ey &6
3R TR, fEE 3T, m = 2 % 50 ;R, & H, ~CONHNH, 8% —~CO-A—CONHNH,, 21 A &2 —4
A 1-100 MR SR 1 = FE T B mT DA — e 2 N i1 (40 0N B S) a1, 30T DA
Bl tn— A B AN f gk TR I e AU IR R D | T B VR O A R IR B/ B AR
X R Y A7 — AN Elo 1-20 MR PR R . AT AR ST T R, A R —A

13
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I 1-10 N2 3% (<CH,-) AT/ B 1-24 MR L5 (-CH-CH,—~0-) ZEFZL R — 26, £E5
AN EARB ST 5, A 2 1-6 ML HEEE 4-12 DR MR B A ) — A 5. X AT Y
AN EEFA AT DA — A AN AR T (B 0, N BS) TRIWE, FE AT a0 — A e A b
N NN e NN U2 NN e Ve Y Ve R RN TS S
XORTY 7 i — A el — (CH) = Hob p = 1 &2 3o AEAR IR S B A A3 A AR e Ak — Y fie m]
DL RE 2 M7 SRAR B BT Ay SR A B S L AR T B A — I Jie o 5 T FRRR A — I Ji P S 481 0, 435
DCC(N, N’ = IR 2 3Efifb —WH% ) M DICN, N - R NEBAL %) « 76 Fimidigf—
TR A St 75 %7, A A DCC SEBLA Ik

[0099]

(6)

0 ¢
/U\ /P O\/\}\ /lk * HO—N
HO X mY—8
0
‘ o 0 0
AL T e A5 6 BT R JL /"\
N7 X a Y-—8 '

HzN ""_"NI{R.B

0
0
o /U\ ,LO\/-L SH
RoHNHN"" X mY/

7% 3

[0100] R &Sy, 3t TRl H T T A7 I 2 B BB SRR . T
TR 75 %6 4a4bAc F4d BB T 23 7l AN a2 Db 220 B8 280 IR 7 2 B A /e 22 S IR Tl 45 2 B e
R 7. B & 4a4bde T 4d W, D —AE 1-100 MEIE 7 M FEE, &
A LA — B AN AR (4l OWN Bl S) [R)WT, - mT DARE ) dn— A B AN pe s R e
SEVIRAE R R VIR AL A BRI AN/ BRI . 7R BRI L D 2
HY 1-10 MR ZE (-CH-) AT/ 8L 1-24 MR LM (-CH-CH,—0-) ARy — 5. 7E5
BRI S T S, DR 1-6 AN IR 4-12 PNME LGB A R MR . F b,
{577 % 4a.4b 4c M 4d 7, R, & H.~CONHNH, 5% —~CO-A—CONHNH,, 2L A & —ANF 1-100 Mg
AT A B R DA — B AN AR (0 Oy N B S) [RJIT, FFmT LA fr— > B8R
ZABERE R AR AR R | T ER VRS AR IR LN/ B AR B BRI
ST, AN 1-10 AME RS (—CH-) F/ B 1-24 MR CH (-CH-CH,—0-) [
LRI AN FEH . B S BRI S 7 26, A S 1-6 ANE RS ER 4-12 MR 2053 A1 41
B A FE [

[0101]

14
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Hol /i TEA )01\ N1
3 + O NHS 0 AN DN
cue\ds Y DMF T s
0
R4NNH DN ~NHR,
4 2 g W( N
SH
F & 4a
0 o ;}

0
0
NH; O Do AN
s TEA HO s b DCC, TEA

DCM, DMF

14 )(L LR o
Dy ReHN, S
NHS ‘;o( S ) NN N ‘g SH
H N
N D\ J\ D\SH
x Y
7 % 4b

[0102]
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O o Q /lol\ o
NHz (9] D
HO HO s
* /ﬂ\s’D NHs TEA, 70?’ + 2 Ho- DeG.TEA .
& OMF DCM, DMF
0% “OH 0% oH 0
0 ’ o} ‘
HNHS \er‘s’“\ R‘“”*ﬁ H‘U’ASH
0 HoNNRg e}
0" "NHS 07 “NH
NHR,
Vi
0 H 1
@ o} 0 o}
HgN )}\ 0 TEA o. N HNNR, D NHRy
+ - NHS Nitmmamissinsi # e 4
cfa\d‘) 8 \g DMF ® \g ‘éo He \g i
OH
7% 4d

[0103] 7R H- B HARSK 7 Zrb, 3@ 405 TRl T A JFIN A I5E T PEG 2 B et
BEIERET . 775 babb Ml 5e 7Rl B T RE FH >R B ik SeE BRI B F G T 80 fRIX et
TTEF, p = 2 % 50, R, /& H. —~CONHNH, ¥, ~CO-A-CONHNH,, J:+ A & —F 1-100 PR R T
) A kA, e R DA — e A AR s 1 (e 00 N 8l S) R, JF ] AR ] o — > sl 2 4>
FedE FRAE BRI VIR R | B VIR AL AR BRI N / BRI SE UAR . AE B ELAAR Y S
HEF, A—AH 1-10 NMEFE (-CH-) F/ 8L 1-24 AN LM (-CH-CH,~0-) FE [ 41k
() AR o AR S AR SEHE 7 22, A s 1-6 AN R EEER 4-12 N4 L0025 1 2 i)
O EER . R, T LU HO BRI B — MR AT

[0104]
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HO N
OH iR R e
HzN‘E\OH * Prot, ————> O LProt, ™ Proty A ¥

OH C)Hﬁ

0 X
E " o) “\vfoggfﬁ\s’ﬁ\\ 1 ﬁi;? T;:? xs‘”
S 2
ZZ 0}?’ Y o m e
S
~ Y

e

[0105]
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15/38 1

OH HO il)mia == G
HZN + Prcta o e NH .___—_.-.__....._),.
OH OH
OH OH
O,—m—-,._
///\O N,Prota
O
= 4
HO{/\Oa’\/S PN 4 LG{/\ 5/\/3
>~ 0
P \Ic( p 70(
%ixf}gg Ny s
Sy2 Am ‘6/\03’\/
21
2
~ON s
X . Proty 0 \Q/f\c§;\~/
L, LA v qu{/o
o S
o) o HN _n
012‘ N(/I
-y
p " 2
p
S 0
Ns

Ei
B

o)
A RsHN 0

2) J RsNHNH, i

V
| §
:yi/
Q
ot 1§
Z.
=z
h\8
X

[0106]

18



CN 104090095 A OB P 16/38 T

6]

R?\o o LOH HO: ‘</\0>’\/SY Mitsunobu J&_ /7
OH p Q
OH
S
's( O\ R
N

o 8
= 2

e

O

oo\ Q@
\Dd RSHN~§‘L@0
SPUTS R A5
B
)

& 5c
[0107]  B. Fe— ¥ SRS S HI 4%
[0108]  7E—ISjth 7y ZE b, 5 WRIEOR B4 7R 1 48 & W B 48—l e BU AR AT RT R A e 4
TSI EE G AE S ARSIt 7 S b, RS A W) A — Pl BT AR mT A AR 12 A2 A4 R
Fe e @AW . (EF A HARR ST b, 2B G aFEh AR (5] st iR )
() Fe— F¢ MG . 7% 6 Al vl B 1 R B e 5 7 LA Fe— g S M7 2om 2 — Rt
& BT
[0109]

X ,\K/HNO

R SH
l—-—-ccsHann Tmoao ﬁ’“’”
Q SH
X
B 64 B/ JR LR T #BE HN-NH
FTE 6

[o110]  fEJT % 6 Hh, BATHEEALE Fe & I DTIRRAL miFr 5 M AR AL , £EIZBHEEAL Y Fe
I3 FRIRE AR 2 T B — A B NI A o i S B i 5 LM At 93 R A Bt 1R
PRREIE FIIEA EA R LRI &AE T (AR LA T A MERIER) KN, BRI T,

19
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TR WL SRR Fe 3 oA &4, W PImEE S A BN (Bl andEA B A
S5HuRA g s s N ), MR TR TR S A S R WS =+, filan A
AW ML A B AT A AR G4, AT ROV . I RN B i FE E— 20 SR AR TR 5 e R
(I JRPE R FEAL I — 2] ), TR A Il . TR AL bR S HoAA R vE S A ()

SRIEMEHEFE ) A Al A IR IS AR R S S s 9 B R AETT %6 7
[o111]

O SH '
_I,J””N” * AEERAR — TR

s) S— T ARNAFIEH
\j K/ }j o/l vice
o HN-NH
|

FET

[0112] V. SZjitEfs)

[0113] &AL ()20 T ARSI 77 58 1= PR il Pk S It 491 A 30 — 235 1 B AR O B ) 2 4
JiTi o

[o114]  SZjifs) 1- SR5E T WEME (MBH) [1-6 K

[0115]  FE—TUHAKRR) TARESE 77 S P, 42 77 58 8 AN v — BatAX T P B i 25 Wt s 1 o
o

[0116]

O
éﬁ S AR, N
: 4 h, 89%
FE 8

[0117]  EAKHLUE, fE8iHE T I — /KE BREW (2. 43ml, 50mmol) FEIEMA v - BT W
fig (0. 43ml, 5mmol) o 4 /NI JEIRERR 2 2 RIEE H= P H P 37k (Si0,, 1 © 19MeOH/
MeCN) 2lifh, 13 BT EMRE Bbrr=9 . 7% :599mg (89% ) -

[0118]  'H NMR(250MHz, CDC1,) 8 7. 56 (s, 1H) , 3. 89 (s, 2H) , 2. 56-2. 47 (g, J = 6. 9Hz, 2H) ,
2.28-2.22(t,] = 7.0Hz,2H) , 1. 94-1. 83 (p, J = 7. OHz, 2H) , 1. 35-1. 29 (t, ] = 8. OHz, [H) ;
C NMR (62. 9MHz, CDC1,) 8 173. 02, 32. 38,29. 16, 23. 94 ;EST-HRMS m/z135. 05955 (M+H',
C,H, N,0S TH5{H 135. 05921).

[o119]  SIjffsl] 2- 3T W~ 2 (MBCH) HI46 A%

[0120]  {E5 — A HARM TAESZE A b, i v - B T MBS HZ B 7 2 9 il % ELDFO
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HEH o

[0121]

(’: HaNo, A NN, SH
P N {:{NH’ t1H07a0N, PNTOON
18, 70% o

TE9

[o122]  HAKHIUL, ¥ v - BRART WlE (0. 43ml, 5mmol) 7E LM (5ml) i RE, 2R 1218
B (2. 25g, 25mmol) 7EZEE /K (5ml) FHIIEET o R NIR-EWILE 40°CHiH: 18 /)
I ARG IR 4 o I 8T 2 & SIS RHL 1), PR JZ 1% (S10,,1 & 19MeCN/MeOH)
aifl, 132 A EEAE Y. 773 672mg (70% ) -
[0123] 'H NMR(250MHz, D,0) 6 2.62-2.56 (t, J = 7. 1Hz,2H),2.47-2. 41 (t, J = 7. 41z,
2H) , 1. 98-1. 87 (m, 2H) ;°C NMR(62. 9MHz, D,0) 8 179. 14, 163. 94, 34. 86, 31. 74, 25. 91 ;
EST-HRMSm/z215. 05818 (M+Na", C.H,,N,Na0,S t1457{4 215. 25787).
[0124]  SEjitifh) 3- 32k —dPEG,— BEF G ik
[0125] {55 — WU HAA ) AR S 77 2, M 77 22 10 Hil#5 25T PEG (BLIFom B e 151,
235% 5 —dPEG B
[0126]

aQ

9 g pee, TEA j\/\
+ o
HQJ\/\QNO\/\O/\/O\/\SJ\ Ho DM, DMF 1) ~0 "‘\ro\/\g"\/c\/\s)l\
o]

1Bh '!

g )j\/\o/\vo\/\o/\/o\/\sk + HN“NH, M—ui Y Hzﬂ‘ﬁiﬁowo\/\o/\’OV\SH

18h, 59%

# % 10

[0127] i) JE K B (10m1) A 9248 o A\ Z Bk & ~S—dPEG,""-NHS Fi§ (Quanta Biodesign,
Powell,0H ;580mg, 1. 38mmo1) , ZEIN G FE N i H: 18 /NI o 5 e VR A Wik s v 4, 15 21K
). PURENTTE (Si0,,199 1 IMeCN/AcOH) 18RI TEEMAR =M. 7= :240mg (59% ) :
[0128] 'H NMR (250MHz, CDCI1,) 6 8. 04 (s, 1H), 3. 88(s,2H),3.68-3.52(m, [7TH),
2.65-2.60(t, ] = 6.3Hz,2H),2.43-2.39(t, | = 5.8Hz,2H) ;'°C NMR(62. 9MHz, CDCL,)
§171.94,72.74,70.52,70. 49, 70. 38,70. 15,70. 09,66. 72,35. 17,24. 12 ;EST-HRMSm/
2319. 13073 (M+Na', C H,,N,Na0.S 1152(H 319. 13036).

[0129]  —Fh & EEIE —S—dPEG,""-NHS Fgth /£ 1] f1 Quanta Biodesign (Powell, OH) 33|75
o JHE , SR —dPEG- BRI R A 4k % 7, H,N-NH-CO- (CH,—CH,—0) ,—~CH,~CH,—SH, H:rf t = 2-50,
[0130]  SEZjafs] 4—1gG FHma P e 1 g (1 2% & W 1 & ok

[0131]  —Ff Fe— R FAREEAL I S e BR A 4 R 7 28 11 4%
[0132]
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(CsHazos)n 7 ]/CH0+H2N ﬁ H_ NaBH,CN 7 KHN—NH

‘ pH=5.0

FE 11

[0133]  E MBI, ] 2 SR FUARI (1. 5ml, 3. Omg/ml) JO N SRR %Y (0. 5ml, 10mg/
ml F5 B KR ), A8 LR 2h A LR FE O 11 oM W R TR EESD 2 /NI, SRR AT — R
PD-10 i #h 4k (0. IMNaOAc, ImMEDTA, pH = 5. 0), [ 3£ 2 R mER 5. LUFEA T-Hifk 1000
£ PR OR I & I N RO B $5257) (MBH, AMBH, MBCH B33 —dPEG,— BEiE ) » Bt 5 In AU 2EH
Skl (3. 14mg, 50 wmol) , ¥ K NIRA WL B 18 /NI, SRS W46 B2 e AR Iml . AR
SPHEFHZ AT (Superdex200 ;0. 1MNaOAc, pH = 5. 0) 18RI 4ifbifmiBE L P k. ifzrI%E M
KR K Ellman 2 EI5E (4112 W, Hermanson,“Biocon jugate Techniques”,Academic
Press, San Diego, 1996, ISBNO-12-342336-8, % 3k IF AR SME NS ) o X— AR
B _Ere A 3-5 ML .
[0134]  WEREAREEE B S 51 AR S 3R B 1 Fe K0 OB S5 1) RO, B U2 AE TR A T

FRPE pH, #1140 pHA-6, 41 pH #2305 4 R AT o AR B2 IR LY, IR AT R I AL R
A pH TR A AR T BT T A S IR AL, RIS, BRAHREEH] (pKa 2008 4) Bk
ANBE TR, PR B IR SR P, DR (i a7 P R B 5 AT 2 TR ) RO o R R TR PR A
pH 25 AR TR EE S M R A Bl 74 (B4R B DU R T A7 7E ) , NI AR
5 G e TR 1 I R AR B DL i s e 0 7 R B, BT LA RONAR MR, 17 HLAS K AR
TREPRE LS5 H4h, B BRI AR AR B Nk Tl R RS-

[0135] % M8 75 48 12 WMt et o e 1) - he B I g 265 41 5 | N Bl e ol R L= o
[0136]

MAL NHz  WmAL

B
HoN g PEGy, HN MAL
° Jk/\ b pH = ? 5 He 2

HeN NH, NH2 HoN NH;
MAL

)

ZE 12
[0137]  H &k Hhyi, L&A Tris WG 2 22 i 09 T8 =X 21 1 6l M 8% B8 B (Biozyme,
SanDiego, CA) ¥itid— X PD-10 &, LUK AP AZHBIAEIE PRS2 rf il (0. 1M BER B 0. 1M 5
AN ImM AL B, 0. ImM AL EE, pH = 7.5) F1o AR5 1) Bk B2 B v v (0. 8ml, 17. 5mg/
ml) A 100 f51if & 1) NES-dPEG,,~MAL (Quanta Biodesign, Powell, OH) , ¥ & NIR &4
BEHE 1 /NBF . RSFHER Z T (Superdex200 ;0. IM Tris, ImM Mgel,, 0. ImM ZnCl,, pH =
7.5) FEARAAL I I R B Y e B M R I . ORI R H N R 1Y) Ellman 43 #1i%
( W, % 41, Hermanson, “Bioconjugate Technigues”, Academic Press, San Diego, 1996,
ISBNO-12-342336-8, % BRI AA HIEVE N S25 ) g, I BRA ME IR A 5T\ 17-25
22
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A LG SR BT [ o

[0138]  BalBFALIYS Ab AT AP (RIS G Bl R AE T LA B pH NEEAT, JXAE [ 21T B8
figi@id Ab _ERhREE (FERLRIN pH T2 SRR AR S & b LU e AL D A7 A )
ARG | N 30 Tl P 8 P e ) I 0 P SR IV ke AT S B, R R 50 T g %6
13 Yi B THREEAL Ab MBI S AP F A8 5o

[0139]
o MAL%,
. SH
HN—NH +  HpN ——
o
I HoN

\ 0 S— MAL
HN—NH
r-»-f HoN
HoN
F % 13

[0140] LA U, 2 b I 5 > TG MV frdg Bk 1 g 1 5 Al A ) Bt B AL B AR DA 121 IR R R L
RAE, BER 18 /it . RSTHERR EMTE (Superdex200 ;0. IMTris, ImM MgCl,,0. ImM ZnCl,,
pH = 7.5) 1R 4L AW, KL 11 FRE [ Stabilzyme™AP i — F2 2 # B 5 (Sur
Modics, Eden Prairie, MN) FiBé % Ay, = 0. 0087, 14 J 1] (9 S i f5] P BT ik AE 4L 48 b 23 #r
T T I8 G AT 25 A FE AL 2R 1 7R AR AT I ) G O R CRE, i 1 ) 52 e 191 v iy
7o

[0141]  $ZMIX—FE)7A  Ab—-AP 4597 A TP E 73 B 44 270kDa [ 1:1 88649, A
& R RS &AM P (Rl £t Te6, =EHid TeG MRHT -DNP ik ) , f ¥
#oantt. 45 AR R ZE IS Bos ARGy (TP{E > 1 & 145kDa) HIES,
EAEA IR N LAE & .

[0142]  SCjtifh) 5- B ZAP ) x BER I

[0143] 75 1 St 9 o, AN 4% BESE it 491) 4 169 232 B8 ) MBH il £ [ Ab—AP 4% & W) 1 A7 7%
A% (TSH) W36 BRI R A . BT AT 020 B 04 H BenchMark® B 3i16 2k A 4 (1%
(Ventana Medical Systems, Inc., Tucson, AZ) BCAHIFRUE ISH 7%, Z AL ivtE %
LU

[0144] R b0 AR IR bR AR 4L ZRTE 75°C N 4 43 8h, HI EZPrep™ PRI 55
(Ventana Medical Systems, Inc., Tucson, AZ) 7E 75°C T 4 2385, thykik f, 5 Liquid
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Coverslip™ —#Z I EZPrep™ AR5 IMELE 76 C R 2L 2Nl 4 43%P. il v ik o5 3%
i CLRGAE EZPrep. SR JEHEEAE 90°C N 4 738, (Pt SRR v 2142 37°C . I ISH- 22
1(100 1 1,Ventana Medical Systems, Inc.,Tucson,AZ),i5%E 2 780, Mk, B 5 A2

FEFFICH « ERERE (1001 1, INFORM® Kappa, Ventana Medical Systems, Inc. ,

Tucson, AZ) o WH 4 /PIJE, BB R 85°CIN# 12 43 Bh, SRV E1 2 47°C, FHIRE 64 4
B BT EE 4 UG R IE IR BTR S = —Hiik (1001 1, Ventana Medical Systems,
Inc. , Tucson, AZ) , F HIHE 20 738 ja it 2 k. XN BUR B A —dHifk (HTiE—
YR, BUR AN TGS W ECAR B3I Ab=-AP 28510 . XT3 09805, A
PP (1001 1, Ventana Medical Systems, Inc., Tucson, AZ), 8 8 70580, IR G ¥
B Yk 2 IR FERERETE, — BAG AP-Ab 2464 (WW=EPLRBRBLR 186 &A1), a4y
WAEBKAE S PR 100w 1) EMBIEA B, STRREE A IRE 16 2Btk 2 k. s
iView™Blue Enhance X585 (100 1 1, Ventana Medical Systems, Inc. ,Tucson,AZ), b5
VE 44 Eh, il iView "Blue NBT (100 1 1, Ventana Medical Systems, Inc. , Tucson, AZ)
Al iView Blue BCIP(1001 1, Ventana Medical Systems, Inc., Tucson, AZ) . BCIP /ZH
PEWEIRBE A, A AR R / REPIE, NBT W3E 8 BCIP BBt . SR80
32 4Bk, R 2 YR IINKT SR NFR (100 1 1, Ventana Medical Systems, Inc., Tucson,
AZ) o TEFXTHSGRNEE 6 7380 ), R e, AAGES EECT o Haoh R FIuE, A5 H
CEE AT R RPN K. EEA B Eai3i A, H BB EE A IHR . e H 2R
77 & — DA« BREFALIE ) 576 R

[0145] 4 T A, — NS FH 1 Bk AR A 230 5 2R B R G 0, 0T x REF AT I AT
H SA-AP 551 (A BRAREMAS FAHRIRESE ZPirk, b 2 M megd 058, i H
NN D ZAIIBT ~1G PUALEE T M Ab—-AP ZE-5), SRIG NN SA-AP &5 ) « £
FARICHIPUATN SA-AP 48G9 1P)8 A2 B 304k TSH By rp B A i VAR UE, R e
Ab=AP Z&-E W ARIXT PERE T A S EAE o 342 JEAS ) SA-AP Al R R4 0 4 17— A4
KA« BREFACPE AT S . mHZE R EngEs A, ik B3 WA DL 40 5O 5%
I,

[o146] & 12— 4B A, eI TAE PR - SRR R 455 Y SA-AP Z-5)
XTT R BRAR 2R T )« TSH A A0 252 2 pr B0 e A sefe . 7RI 1A BoR TAE A
FT A FFIPUARLE &4, (B R 50 —HriR e (i G 2010 « Jeta, 18 1B RomHZE &Y
AT AT R . B 1C R SA-AP [F) x 3, B 1D WIISRIR [R]— 4 i 06T
Pl LA 1C [y b At @ AT B4 &4 (RIMER A 1y 380 38D 13 21 505 2 v ta,
] LB FI 1D ) BCECE S5, PLARZE S TR S 5e 99« XA LU0 T TP & m
AFAIAT B HE A A 7 S PR o

[0147]  SZjiifsl] 6- BkARZHZApy A BERR I

[o148] s FHSEiitfsl] 5 HHREIA I B ik Qe taizs (AFZ AR, M 7O AR L AL IRIR
RS A B4R s INFORM® Lamdba, Ventana Medical Systems, Inc., Tucson,

AZ s FF H TSH SR FIRHE T 4 /) 052 FORAS I i B AR HEAH 1) A 1R Ab=-AP 85I
BEo % Ab-AP LA YEHI I A o DU AR BB IR, SRl se i) 4 o Bk A MBH 4%
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T ELEE, AF S 4 T TR IR SA-AP Z3-E R I TT A — DN B IR .

[0149]  ZEHIR T 2. B kMY, B 24 F1 2B 23 5126 = A InE A (At ) A 5
VERZBRERET 1Y) Ab—-AP 2 A3 B Y-, K] 2C Fi1 2D Z3 iR FnssiAs i ( 6ont i)
A REF ) SA-AP A B g K 2. K 24 F12C I ELE R B, ] Ab—AP 2845 7S 31 1)
Jett 8 2= 22 /8 SA-AP A0 B IERE SR, RS AT Ab-AP T FH Y 750 T — N9 1
A, & 2B Al 2D [ ELE R I, A Ab-AP S A TS S E 2 (HASUR A YL
SYRUERH ) o [RIFE, 1K 28485 SLUE SEAEAS T A 1 1) Ab—AP Z% -G W 76 1) 75 5o A HLpk 5 o
[0150]  Sijitifs] 7— FZHZR A CMV [FIASI)

[0151] A FHSZHER) 5 IR A A Bh P i (AR 2 AR AE T8 AT I 9% e BEhric A% IR IR T
BN OV S s INFORM® CMV, Ventana Medical System, Inc., Tucson, AZ ;3 H.

ISHEERE TGRS 4 7380 ) , M E Ab-AP Z8-E 90 T I 23 OMv Al () PR e A3 FH 1%
Ab—AP S5 WIS —hi Ay S PR, HF HAanSEiE ) 4 vk, F MBH )45 T HUEL, AF
FSETA5] 4 7 BT 1) SA-AP 2850kl 77 2 i & — A 2 B EUT

[0152]  Z55UR Tl 3 e HAKMLUL, Kl 3A s ] Ab-AP 5 WEZIRE 742 T3 B 4
B %, K 3B RARTELIRENAFAE T H Ab-AP &5 WE R E K &, F 3C R EWEHFAE
T H SA-AP 53 RIS L 5, ] 3D R AR JCEREF AR T FH SA-AP 515 2 I H (5
B2, 1 3A F1 3C FIELEZR T, I Ab-AP S-S5t LU I SA-AP 8515 B QL (L FE 22,
I HomE /DA (RED—DNY P ) o 546 X T Ab-AP YLt ik, B st (L isik. H
&l 3B 1 3D T EL Bt AR T W Ab—AP ZE-5 VT U T 500k 99 o

[0153] S fs] 8- JEZHZ P EBER FAG I

[0154] A H SEHife) 5 F TR A BB ik (ANRIZALAE T, Br B 5OUARIC AL IR IR B 2
St EBER 55 15 ; INFORM® EBER, Ventana Medical System, Inc., Tucson, AZ ;3 H. ISH
O L HOEE 4 70%80) WiE Ab-AP 5N, WA 50 —Piiad 2B, 3 Ho2& skt 4
FRETIR ) MBH i) 4% A T B, A St 4 ST 6 SA-AP -SRI T & — A5
B .

[0155] S5 5UR Tl 4. HAAMUE, Kl 4A RIRTEREIAFAE T AT Ab-AP 485915 B 44 (4
K%, B 4B R IEBAA BE IR DG N AT Ab—AP - 515 3 Y %, I 4C R EHREr
AFAE T H SA-AP -5 WS 2 G K 22, B 4D R AE A WREFHIE UG H SA-AP 28515
MG ERIZE. B 4A T AC IELEBER B, T Ab-AP -G 4L Lk T SA-AP 8513 B G
O SEVERE, JF B 2/ 0AHR (RVE D — DY PR ) o 5140, X T Ab-AP 854, 5 s ge (o
599, HEIE 3B 1 3D AR T WL, Ab—AP -5 TE RS 5895 -

[o156]  SEiifs] 9- ZHZ e AR R T HPV Ryl

[0157] 7R SEHf o, #0531 ARYE SEEfe) 4 ()25 BR A MBH il £ 1¢] Ab—AP -5 ) i) 1t
e, LAE B o B 08 (1 R, DMEBERE— P> A TSH AN HPY Jr41) i 7 1) 22 3R 4
Ho &5 3K, v CLSEEUAR I AT 75 22 AL B 1982, INITAEAS B 22 FFI#) Ab—-AP 2% -5 1R 1 H
Tl R A B H 2 D R AR I T 3 ] I B AR i A B — b B 3 75 T

[o158] R IAEATT 5 14-16 F1) B =Rkl 77 582 L B sh i slf A a7y XidkT . 725
7 &, sk d oINS 220 —8 7 HPV IR 7 51F e 45 6 10— B DNP bric I RZ PR TR
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Bl 367 5 R AGR I 4k TR RN 15 HPV BRI 45 4 O HREH A7 A2 1 TR
[0159]

W= Af
T — || — || — apsa — e,
Ak

rb anti-DNP ms anti-rb gtanti-ms
LXF i

7% 14

AP~

T

b anti-DNP gt anti-rb
% KAk

#%E 15

WT(UNL—;PE (/“-* e,

b anti-DNP

Badh

Z% 16
[o160]  {E75 % 14 H, — Pt DNP HitAsE HSIREN 456 ARG IMADL —TeG itk (H—4 1
BIR) o A Y AT, I — MY R AP - 186 Pk, A SA-AP 54, & 5%
EFEMTUAL G, WL IR AP ERAEH AR S (. £ E 169, LT
BYIGPIR, AE R A BTN AP S5 BT - TeG Uik, AN AE SA-AP 5. {277
216, AN RSP BRI B 4, DNP AR i EREF BT S AP 84 (W5 -DNP S K
[o161] 4% M % 4 H BenchMark® H 31 % & {{ (Ventana Medical
System, Inc. , Tucson, AZ) [Fbr#E TSH 7 S 1T LA NRE, X T4E SCID /N B SR N 2L
K2 R 40 e R IEAT HPY Ao K380y ERra s A 212300 75°C Ik 4 4%h, A EZP,,"
RFAE 5] (Ventana Medical System, Inc., Tucson, AZ) 7F 75°C AT 2 ¥k, 4R )G i N &
EZP,.," ARBL YR 557/ Liquid Coverslip™(Ventana Medical System, Inc., Tucson, AZ)
1 T5°CF A 43 B, PRYEERA, N BZP,, ™ OR B ), 45 76 °Cols 4LAUBLUE 4 5y Bl
H Liquid Coverslip # EZP, " . MG Cell Conditioner#2(Ventana
Medical Systems, Inc., Tucson,AZ) ¥ #Z HIE M2 90 C IHIE B 8 0 ¥h. Bl J5 1/ il
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J Cell Conditionev#2, £ 90 ‘C ¥#& & 12 4> B H & M 2% #f ¥ (Ventana Medical
System, Inc., Tucson, AZ) M ¥E# F, B EI A2 37°C, i\ ISH- 85 A M 3(100 1 1, Ventana
Medical System, Inc., Tucson,AZ). ¥E 4 77805, B3R M6 3 I R 5 I N 24 AT 25 1
W (iVew™Plus HybReady™ ¥ i, 1001 1, Ventana Medical Systems, Inc., TucsonAZ),
EH 4 /B N DNP BRI [ HPY % BR #4F (HPV HR probe, 2001 1, Ventana Medical
Systems, Inc. , TucsonAZ) , Bl J5{F 37T°CIRE 4 7050, 95 CIRE 12 70%h,52°CF 124 4350, 4R
SR PPYE 2 R T2°C . BRI ER 2 K R EHE A HI R 3TC, IR
T IR AN 7 28, K8 i 4 3 Moy Kz — L A gl B3y b B .

[0162]  7E—FMEM, Wiy & 14 TR, JENN iView™ HT -DNP (100 1 1, Ventana Medical
Systems, Inc., TucsonAZ) %6 — ik, 5. T 20 7 8P RIGHEEH Py 2 Ik, BEE A
iView™Amp (100 n 1, Ventana Medical Systems, Inc., TucsonAZ) % — Hi k. & B %
BZEWS aBh, RIGMIEIE A N iView™#Biotin-Ig(100n 1, Ventana Medical
Systems, Inc., TucsonAZ), K J5 L & 12 4 %0, M0 A iView"+SA-AP (1001 1, Ventana
Medical Systems, Inc., Tucson AZ) . JFEL N M¥E 3 ¥R, ARG N iView™+ B985 (1001 1,
VMST), # B R 4 43 B0, IO\ iView ™+ B BRI (100w 1, VMSD), ¥ H W EH 4 7080, A
iView ™ +NBT (100 1 1, Ventana Medical Systems, Inc., TucsonAZ) filiView™+BCIP (1001 1,
Ventana Medical Systems, Inc., TucsonAZ) . 43K I T 24 70580, iPh¥e 3 IR, IR 4e5)
NFR(100 1 1, Ventana Medical Systems, Inc., Tucson AZ) . {EHXTYFET 4 5505, ¥
o FHPYE 3 I MR TR EUH o R PR BRI, A8 5 H S AT AT — AR R R G 7K
RO B b, AN A E I B BRI B0OR FIF

[0163]  {E 5 — 1%, W77 % 15 AT, I %Pl DNP 25 — ik (iView™+ HT DNP 25 —
P, 100 1, Ventana Medical Systems, Inc., TucsonAZ) . 4 i% 55 — PLAE T 20 47,
ARG ITPEEOR 2 G R F TN (P BRI ] LD 3 346 DUERE 480 B 34k ) Sk
TR B4 A DL o 1eG Btk (100w 1) o KX EWIRTE 16 47, ARG vkdi h 4 k. il
i iView™ 8858 ) (1001 1, Ventana Medical Systems, Inc., TucsonAZ), Y& & 4 4y #h,
B N NBT 1 BCIP BL {# & & (iView "™ +NBT Fl iView™BCIT, 1001 1, Ventana Medical
Systems, Inc. , TucsonAZ) . 2% F T 24 7080, M¥E 3 ¥, IS YL NFR (100 1 1, Ventana
Medical System, Inc., Tucson AZ) . fEFIXTYFRTE 4 805, B R vk 3 I, IAES
HUH o F SR RIAR IR 2, AR5 T S IR B A — R i K. i b 58 8 5, A8 B 3 B pd s
£ 40 5 OR N WA SO IR

[o164] 76157, W75 16 TR, 3 B8RRI R b DNP 854 (1001 1)
AbFE L K VR E 20 4 B, w2 9k, AR S HE B iView™+ 34 B 5 (100w 1, Ventana
Medical Systems, Inc., Tucson AZ). BtV T 4 7080, KR A iView ™ NBT (1001 1,
Ventana Medical Systems, Inc., Tucson AZ) Fil iView™BCIP (1001 1, Ventana Medical
Systems, Inc., Tucson AZ) . PRJGFHE LT 24 438, PPk 3 UK, INAXF 457 NFR (100 1 1,
Ventana Medical Systems, Inc., TucsonAZ) . fEHMYSHNIETE 4 080 )G, B a0 B 3
W, BAXES T o FHPRERFIAC B Fr, 2R ] ST N R — AR R R 4K, n Bsg s H
7 SARERAT 40 £5TBOK SR B FF 4R I

[0165] K] 5-7 Bn T AE =P A FSRI AR M AL 1) HPV R 45 2R o 71K 5A5B Al
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5C 1, Al s TR T 48 1415 F1 16 K5Il CaSKi SRR RE AL 23 HPV (48 % . 7
& 6A.6B FI1 6C v, 20 B T H M7 % 14,15 F1 16 #01 HeLa SRR AE YA S HPV f)
BEZE. fEEITAR 7B P, 3 BoR TR % 14 F0 15 K Sila SR AEZH LR rh s
DUHPY (H7kTRR ) MR ERSE.

[0166] BA FI1 5B (R LLELR B, $ 7 ¢ 15 RS 2 G (o ns B2 Le i U7 2 14 1K, B
7% 16 /b 2 MY P IR, & 5C FREH, HPY AU ] LA A 2 HESE s 4 4% (1) Ab-AP 4855
MG BT e (72 16) o 18] 6A 1 6B (1 LLI 0 iE 5, #8528 16 R #5380 1y
TR T3 IR & 14 B3I, BAR T % 16 A5 I0d 1B 2 4, K& 6C £ 8, HPY [1
LI AT LA F e BS54 1) 4% 1) Ab—AP A A Y WM e (75 16) o |8 7TA F
TB (LR B, B S DL HPV AZ IR 7 AR mT LA 7 58 15 IR 7 VAl . 2z, ix i
S8 RAIESE, BT A TT 1 Fe R 55 M Ab-AP 2840 87 BRIy RASRE, 1 ik s/ 17 A i 2 21
FEAL R HPY BT R (D IREL H L TR T B3Rl . 75 % 14 F1 15 2 (R0 IRECE /b, 7T L
R B G B IRAER kD 15% (A 6.5 /NI A 5.5 /NE ) o JE A 77 % 16 1] LA
SR B R) e — 2D b

[0167]  FRARAE S HE 1 A 53 1 2 — b DNP AR 0BT FHRR Bk 28 70 (I oAk, 18 AR 45138 2%
BARN RS HAER], 7] DA IR 2 e e is (=g s s ey 2= ) kin
WCHEIR 7 41), FF BT DUASE R XA KT EEA 25 HAS R 2P bR ic 0 2 M Z R PR & DL SK
IR 22 A A FH 5 5 25 A AN R KOG I AS TR 9 g Kok - 88 6 B AN 5] RS B Bt
) o Fak, RS EE AN T4 UGRE], FEIBLRI e m] LA H 5 Pk S As [ 28 A
ik B AN [FI 4 A i B P AR H 8 T AS R 4 A0 SR AR mT AR S 5 i H e k), ok
I R

[o168]  SEJf5] 10— & AARFE ISR i) HPY RIS

[0169] 3£ 3k 1A 45 130 HPV 9l & FH (s 4% )4 45 Fl ThinPrep™ 2000System # 4 il % % 4
(Cytyc Corporation, Marlborough, MA) %% . & 1l i FH 1 8 #4521 40 i & T B2 2511
2F MARAT W (ThinPrep® Preserv Cyt Solution, Cytyc Corporation, Marlborough, MA)

o, AR JE G RS E s B L.

[0170] Bl F /& ¥ 4i H Ventana BenchMarx™ X #% ity & B& . ¥ W & 2 1) 7
B AR 65 °C 12 o B, SRS AE 75 °C B A4 o B, A RO 82 b i (Ventana
Medical Systems, Inc., Tuscon,AZ ;1.2ml) 7& 75 ‘C #f ¥& 2 &, R J5 W m W & &=
5~ (Ventana Medical Systems, Inc., TucsonAZ). ¥ & 5 A 0.9ml M ¥& 2% M W
(Ventana Medical Systems, Inc., Tucson, AZ) ' ¥&, BE J5 5 0 40 M 8 5 ¥ Cell
Conditioner#2 (Ventana Medical Systems, Inc., Tucson,AZ), ¥ # H & # & 90 C,
E 16 70 8. B2 RN 88 b g b e, v #1222 37°C, i N ISH- & F1 g 3 (100w 1,
Ventana Medical Systems, Inc., Tucson, AZ). ¥ 8B 4 7080 G, P¥e2 i 3 Ik, 2R )5 it
I iView "+HybReady (100 1 1, Ventana Medical Systems, Inc., Tucson, AZ), & & 4 4
2, A HPVHR 4 (2001 1, Ventana Medical Systems, Inc., Tucson, AZ), {E 37 Ci&
T 45050,95°C 12 53 97,52°C 124 73 Bhe ARG PEEN 2 GIRAR 72°C. B —H
MES ZUCREKE A HAR 37C, I iView +Anti-DNP (100 1 1, Ventana Medical
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Systems, Inc., Tucson, AZ) .
[0171] X THReERT SA-AP &3l (4% fELL BT 14, #2568 — PRI E 20 20 8h, K48 b
Ve 2 R, RGN iView™+Amp 2f —Hi /A (Ventana Medical Systems, Inc., Tucson, AZ,
1000 1), BPAMETE 8 8 g, Mk, A iView™ AW E 16 HiA % 54 (Ventana
Medical System, Inc., Tucson, AZ,100n 1), Bl J5 V& & 12 4 &0, v ¥E. & J5, WA
iView™SA-AP 254 (Ventana Medical Systems, Inc., Tucson, AZ, 1001 1), 5 8 4r%h
Je, RN G2 PRI PEER T 3 WRe XTI Ab—AP Z-E5WVE 38 —PiiRsil) (Z 0L By
15) , K58 —HUAIR T 20 208, PIUEEOR 2 UG SRS NN AP-TgG 2854 (100w 1) o KIHIEE
8 43%h, SR J5 S S 28 ik 3 IR X T H Ab—AP 2§54 B Bk bR ic IR EL , B4 5
E 20 538, AR5 RNV GE g e i 3 K
[0172]  FEfr A =Fi i, /£ DL BB BRIE N iViewt B 38 5] (1001 1, Ventana
Medical Systems, Inc., Tucson, AZ), K 5 #i # 4 4% BF I A iView ™ NBT (1001 1,
Ventana Medical Systems, Inc., Tucson, AZ) 1 iView+BCIP (1001 1, Ventana Medical
Systems, Inc., Tucson,AZ) . ZRJEHFE T HLRE 24 4380, PR 3 UK, INAST LR NFR (100 1 1,
Ventana Medical Systems, Inc., Tucson, AZ) . HXIYSHIEE 4 7058005, BPyes s 3 K,
AACHS TP o 3 PRI AL 38, SR e I I TAT IR — FR 2K, B 1 28 b in 25
s F B
[0173]  [&] 8A F1 8B (I ELEL K B, 42 MR J7 5 16 ( WL SEtids) 9) A ¥4 Sk tifs 4 10 B8 A MBH
il & 1) Ab—AP L8540, 13 B 4L A LU F2 U 22 14 (LS 5] 9) FH SA-AP Rl 15 21 1 4L o
FER. Kl 8B 1 8C K ELAIESE, 12 F 77 %8 16 ( DLSKJEf] 9) 44 FHHT DNPAb-AP -5 EHAS
W, AFBNE S S M TR 14 H SA-AP A UF B SAHHIE . 1X 2645 A ESE, %
WS 4 1R Fe 'r 7 1 Ab—AP 285 1) Fr$@ A A I R 0T, e ek /D A $R 0 1 M5 9 P v
(120 BRE, AIAER] T H 34k
[0174]  SEZjtafs] 11— WAL L3h d A s
[0175] 7Rk S b, A8 4% S e 4 v Bridk B MBH 3425701 25 (1) Ab—AP Z% -5 A
JURY) (DB E ) TAT Rz A AR, 5 SA-AP 86Tt RE LR
[01761 LR /& %% A Ventana BenchMark™ 13 %8 (2 75« 47 i 4 78 19 20 2048
7E75°C 4 4 Bh, A EZP, M AR A5 5 (Ventana Medical Systems, Inc., Tucson,
AZ) A% 75°C AP 2 IR, AR J5 0 & EZP,, ™ A FUR W R A AR 55 v (Ventana Medical
Systems, Inc., Tucson, AZ) » 7E 76°C T 4 73505, by b, 5 A — A Depar
AR5 (Ventana Medical Systems, Inc., Tucson, AZ) , B 2040 it , 4R S5 53 Fa
HZ 42°C 2 538, LB RAEEE 37°Co MNPtk (100w 1, HIALBIE F, Ventana
Medical System, Inc., Tucson, AZ), & N 7E 37°CIRE 16 /%8P, BHGHPBEE A 2 K, N
Nl M R i 28 5 i L R B M RE (100w 1), 7E 3T°CIRE 16 4380, Fa bk LIk,
SR I [E B i N 38 58 1) V-Red ¥4 5% 7] (1001 1, Ventana Medical Systems, Inc., Tucson,
AZ) F1 Enhance Naphthol (1001 1, Ventana Medical Systems, Inc., Tucson, AZ), 4
WHAESTCHIET 4%, % N Enhance Fast Red A(100u 1, Ventana Medical
Systems, Inc., Tucson, AZ), ¥& & 8 43 %, I AN Enhance Fast Red B(100u 1, Ventana
Medical Systems, Inc., Tucson,AZ), & /Gin 8 8 8P. SO)5, BT FHEEESHIACEE, 4R 5
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F Sl RN — R K, BERIAE Y Eonss i, 2805 FH B a2

[0177] £ 50U TK 9. HAKMIUE, & 9A R W, H Ab-AP Z&- G A — A9 18 22 BRAS I,
PETH SA-AP Z-5 AP A 38 2 IRET I (] 9B) o X LB &5 S PRUESE T R AR A& B
Fe— "Re S PR BT B f@ £ iR A0 8 s I SR 480

[0178]  SEiifs] 12— FUAERTIHC B AN A AR 4L,

[0179] R UL SEHAF] H, YN 58 T R FE RIS B X 25510 18 o A CURe PR ) 5 o 42 R
S 4 10 T 1% AR AR AR FH 25 R0 A R R R B i B2 0, ) T LR A, R 2, F R
X —PEG,— WEFIZE R0 3055 T e E (MBH) 50 AI SR 28 T W~ U HF (MBCH) 3 2571) i) 46 1)
BEW . FIXEZG S W% I H R, I 5 i e e BR AR 1 A4 (R i 7 A Tt T ol % 1) 48
AW, R S 2L R R g i) 36 B i B % A1) HE NO. 60/675759 H BITIR 5 v il 4% 1) Ab—AP 4§
EWAT R, EIRHTER K DTT I8 S/ 7= AR i, 285 FH2E T PEG 19 55 >RV i —NHS X3
REXERFNATH A N T WL K —Mrin & 1 B2 363035 T BEF (AMBH, Invitrogen,
Eugene, OR) 850 H T-SL 41 4 (1) 7754, LA Ab-AP 5. th4k, i+ 1 —Ff
iz HE )3 7 O U BH R S ok Ik P R SRR E (BMCH N[ e — LR WE P fe 3 /R 1 WEfE, Pierce
Biotechnology, Rockford, IL) il #f¥] Ab-AP 454, HAE Gt 7 Erp LU LL L. 5541,
AT FHAESE E LA No. 5, 191, 066 H BT ik IR A F DR 1) Fe— e Rt 886 12, UG 3 Fe— ¥
P Ab-AP 25 T L.

[0180]  E1lman Il & 45 514 B, i i 55 MBH RIE T PEG [ Bk MFAR BEEZE 700 I e, A~ S e R
WA T En b 3-5 ANMREE /Ab, Xf T AMBH Il MBCH 32514 5-7 BilE /Ab, X DTT i)
J7iER 8-12 MhilE /Ab. {EF 3R EE A b 9N B0 A BB EE 5 SR B i fiT A= 1) AP {8
e, 19 2 RSTHERRZ H I

[o181] R ~FHEPHZEHTE /& H AKTA Purifier LC(GE Biosciences, Uppsala, Sweden) 153
#, 48 A Superdex10/300200GL 431 0. IM Tris, ImM MgCl,,0. ImM ZnCl,, pH = 7.5 /E NV
HIAH . TEPTIRTE TR IR FFLE Iml/mine B R HERL Z AT B # 2 , 885 ) B fE 7 2 e
AMBH 18 210 SRTT, 247E 2-8°C R I AT 48 /NI I & 4 MU Ui Hi ke o L IR 4571
HR = A B AR R HERH E R 2854

[o182]  [&] 10 bbA% T SLiifsl 6 vp BT ik AE FHEE -GV E A o — B IR kR 4128 b« BEI)
et B 10A FT/- X4 T A EMCH #4518 Ab—AP 285 E BRI 4 e 2. K 10B KRxt T
FEHERH] 5, 191, 066 [#] Fe— i L2 BV E B Gt B %o ¥ 10C R4 T2 2006
4 H 27 HIRATHSE B E R HE No. 11/413, 418 1) DTT 38 JRy%, fFH dPEG X Th g g 4%
& B Ab—AP S-SR B G &, B 10D FRonxt T T & 80 AMBH =57, 4% H AT A~ FF
(1) Fe R R 4G54 1 Ab—AP S5 E B A 2. B 10E RonA TARYE T A T
Fe— e S48 512, R St 1 v 2 PR MBH ZE 3257 i1l 46 1 Ab—AP 2% 54 T & B e,
KIZ. & LOF K TR B A FF ) Fe e e R 48 6i2s, L SEHiAA) 3 R A FF ) dPGE, B fifk i
BRI 2 16 Ab-AP ZA A BN P E % K 106 Rai TP AT Fe- Frr 84
2 AT I SE A 2 7 2 T 1K) MBCH B it B e B3 i) 25 () Ab—AP ZX-5- W06 B dL (o I 5 F
IXLe YL [ AR UL 7R T G A R LU & -

[0183]  EMCH <<JtZ( & << AMBH << MBCH << PEG, = DTT << MBH.

[0184]  3X 2B KGR B T M FH A i BH 2 T 1) 73 92 R0 5 P e 2 1 40 L R T 85 1) I P e
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P, IS Fe Fe MRS A et IR AR B RABUE o B R 71538 7 A L R 20 R Fe— Ry
Stk AT AT EMCH BB 5 iR BRI S50 . A DIT A RINES A BN S AW
5 S MR R AR T AR -

[0185]  SiZjtifs] 13-MBH 4255t & A5 4k

(01861  {E bS48 b, 52 T 28 A W0 R o0 R0 G Rl e T T B e 02 B 3R 1 ko 1 K i
PEo FH MBH SR 42 8 S tif5) 4 ()5 384 Rt AP—1gG 43474, {H & MBH 3432 771) () B SR ik 8 M
5000 fif i &8 3 50 £5 1 B2 M. Ellman 43 #7115 1) 45 R 87 LU B EE /Ab %k :5000 fi,
9-15 ;1000 £i5, 7-10 ;500 fi5, 3-5 ;100 fiF, 2-4 ;50 £iF, 1-3, 5 Ly R B FE T A BT A s v )5
STERA (5000X, 1000 X ,500X , 100X F1 50 X) #E47 R ~FHEBLEHT, 45 R £ 0, il Bk
KITEBHIE BB AW T R B (HAE, XL SRy (B - WL, Nish&
F1sPi% — 2, S100) R, 500 £ ik B A e (558 5 55K, 1T S 559 o

[0187]  SEjtifh] 14— B MEBERRBEEFL AL / R B84k

[0188]  {ELL Sl . W52 T 28440 1 43 RN Y Gl s 5ot P SR F ot T vty ek i 21 o 281 ek 2
P T | RS 50 P K RN R TR PRI o« P MBH Y3505 i AP—T1 G 4% -5 M) 2 442 M S it 151
4 WD BRAT , (B2 LR I B0 R A ok M B IR I8 5 L Bk BRI S R :LC-SMCC (Pie
rce, Rockford, IL), MAL-dPEG,—NHS fi§ (Quanta Biodesign, Powell, OH) , MAL-dPEG,~NHS {5
(Quanta Biodesign, powell, OH) FlIMAL-dPEG,,~NHS i§ (Quanta Biodesign, powell, OH) ,1X
WU A R 100 £ B ARG £ (0. IMBERR4Y, 0. 1M NaCl, ImM MgCl,,0. 1mM ZnCl,,
pH = 7.5) 15 AP K[V 1 /M. LC-SMCC A ZIA#F — FF & R BER%Z (DMF) =, N AP L, {H
DMF B2 P i AR RS 10% o Ellman 2372 B, %F T PEG,, F1 LC-SMCC ¥EH:5), T
RIBEVNZ () 45 G5 20/AP, % T PEGy SRR 27/AP, % T+ PEG, BRGR 4 30/AP. E{HEK
7 Fe— AL ik (H MBH #il ) 2 J& , 4iAb i 15 3 )HHEBRZE M . PEG,, RIS 2 i
FIZR A7 2, Bl J5 /& PEGg LC-SMCC 1 PEG, R, R Get (HUi - WA, Nsh & A
LI — Mk, S100) JRBR T E8507 3, PEG,, 59 A S um it 4 .

[0189]  SEZjififs] 15-NHS—PEG,,~MAL Y851 & A8 4L,

[0190]  ELLSZilte] . I 52 T 284 4 1 43 R0 G Gl s 5ot P ROR s T vty 1o 2 21 o 281 ek e
PRI 1) NHS—PEG ,~MAL R i SRR A At o AP-TgG S8 -G 1% IR S 4 1) 514
H 8, He A MAL-dPEG,,—NHS PR HE57 ¥) R /R ik B A 500 531 25 £ it 284k

[0191]  Ellman 73BT 45 R 3K 01, DR TG & ¥ 45 &40k :500 £ B 34, 250 £ B 29, 100 £
i} 18-20,50 {5 17, 25 /5 15, 5 Fe— BiBEAL K Ab SN S5 F R ST HEBLZ BTy 46
(500X, 250 X, 100X, 50X Fl 25X) {140 #r 3 B, A i & 48 2 (B & g5 B
AR R, I B DR BRI 456 0 B0 . WM EANEED, ARG E (Fii - WL
AL WLBh &R Bt - Bk, S100) 0, 48 H 100 £ 5 (1) L SR Bk P A5 3] S 2 B st 9 )
guth,

[0192]  SEJfEf6] 16—-AP/Ab FE/R HLIKIARAL

[0193]  fESLSZHEM], W52 T 45 W0 oy FH Gs (R SO e 48 i W i BE AL Bt (A MBH
HEREFEIAS ) 5 SRR eqiT 2B 19 AP (NHS-PEG,,~MAL X851 ) 2 Ll kit . SR LU
LW (Pifk /AP) :2:1,1:1,1:2 F1 1:3, RSFHEBHZEMT S B 23K B, fEEE/R EL A 2AP: 1AD
NS B R % (2, BAMIAR A (Pl - VUA, Dish&E A sPibh - Kk, $100) %
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B, B 101 S E M B AL E e b . S 17— SRR AP 16 Rk

[0194] MWK 2 —Fh — 2 8 B 0L, Wb R i B As K] CLAE e e AS e 1, LA Bh TP
1B TR o BB ] LA T D IRACHR R o KB R (Biozyme, San Diego, CA ;
17. 5mg, 0. 125 n mol) AT #t 2 & H J e AN R K 2 b (0. IM B FREA 0. IM FUAL SN 1. OmM 5
B, 0. ImM SUALER, pH = 7.5) 1, FFEFEEM LSS (1. 6mg, 25 n mol) f77E T I 2 E 4 .
TARAL B UG AL ) 2 S8 0 (P34 T & 40, 000 ;Pierce Biotechnologies, Rockford, IL ;
5mg,0. 125 umol) H. W R NIBAGWIEEIR Fiah 1 /hit. H QB (15611 1,2, 5mmol)
PER I w=mE, AR 5 N B 2 s BN AL (157, Img, 2. 5mmol) « ¢ R VIR S V)% 3 1
/INEF . AR — & 35 Superdex200GL10/300 #E (GEBiosciences, Uppsala, Sweden) [{] AKta
Purifier (GE Biosciences, Uppsala, Sweden) , #F JSF HEFHZE M, 408 B AC BRI AP, UL
WAL Iml/min, VSN EIAKARAZ 0. IM BERRAN. 0. IM SUALEN . 1. OomM ZUALEE 0. 1M SALEE, pH =
7.50 MG B HIZE H 8B vk (Protein Assay Technical Handbook, Pierce
Biotechnology, Rockford, L) & &l &, A2k JG V-3 PR B 8-12 k. ¥ AT AP &
7E MAL-dPEG,,-NHS fis (‘B S5IRE IR ) b, HiLSis) 4 ik 5 Fe- tiEEAL Pk
o, RIS AT AP BRI 51 . A8 HERF RN, B 1 T S A5 S M
#55) (Ventana Medical Systems, Inc., Tucson, AZ ;P/H95/30) *pififa e, B4k, 746
45°C, I T ATWR I AP [NE G4, 7045 3 RIM B s B2 S 40 258 50 %, T 7E [F]—FaoRE 51 Hh fd
A E, PR ACHRI AP 45 ISR -A A28 — Rk 2k o gL (L FE 1Y) 95 %

[0195]  AI T~ AT MK AP LA o FLAR 2 PR B9 L& T VA JR I £ Bieniarz et al.,Bioconj,C
hem. , 9:390-398, 1998, Bieniarz et al.,Bioconj, Chem, 9:399-402, 1998, 1 3% + F
No. 5, 789, 219 H o X L8755t REHIAKAZ RO W I Wl LA BEAE AR ] 22 TF ISR P A I
[o196]  SEjiifs] 18— W MR FRBEEE &) 1 73 A1 SDSPAGE

[0197]  FE b SEjife) H , S 4 (RZ8 A 712 Fo e S 0tk FE 70 1k 450 1R 208 TAT A I M s e
KIS ENESS . 34T T 6 DNASERISE W, 3 PR 1e6 Piigiles, 3 M Bk 186
ikl . iS22, B 4E W 100-200ng/ 1 1 HBEL 5-20 1 1 5 4 XLDS B 51 3 0h
# (Invitrogen, Carlsbad, CA) J&5, NI 2- S5 OB R AR N ImMe B TR S5
7 A8-50 CIRL AN 5 43 8h o WEHEMIE LA T ¥ BB IR 2 18] RS R (R IR P 22
5w/, RN REE I 2- 305 SRR -5 M PLIAS o MR R R R & . AR AW &0
A EL, BN R A B SR (502 1. Omm B FIUS LK) NuPAGE™4-20 % S N A BER% BisTris
B, o4& NuPAGE™3-8 % RN M Wi % Tris LR E2¥E, Invitro—gen, Carlsbad, CA) [
AR LA A 9 2 1 5 bR E 2 TG 619 Mul timark™ F Mark 12 5830 [ 5 U, ‘© 47138
W H Invitrogen (Carlsbad, CA), Hyk 7L =18 N AH H — & Novex XCell 11 &R R%G:
(Invitrogen, Carlsbad, CA) 7£ 70mA FEEAT 60-90 738h. HEAESIMHBE MES-SDS 8K Tris &
R R —SDS ZEIR, 43 5ill FH 1 3-8 %6 BENR AN 4-20 %6 I » M r T HH R MRS , 7 25 B 17K ks 2
R BEIR B 538, DU 2B SDS FIZ2 7). X5 F SDS-PAGE BEIAE=IR N TC/E /K / &
R [40:50:10 (v:v:v) ] F[E @ 1 /AN, FISAEREE / K / LR [50:40:10 (viv:v), Sigma -
Aldrich, St Louis, MO] HV %% i R-250 Jufi, HLEEIRTE = iR FRAMMIE S G, Bl
2 /N KIS B A R 5 AT o I B S 2 i et i Y i AE R o
WA Invitrogen BEIR T 28 (Invitrogen, Carlsbad, CA) T, &I 70 75 28 Hh 3%
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U, 0 % S A VIAFAE— D00 7 B HHURRR BN NV ISR . 5380, M TS EaW, A L
AAEAE SR E BRI 1K T B 7 1 X NI o AHR, — R AV E oy T BRI R B, X T &4
G, WE R S TeC MERES & . BN R ERE O I E RS Fe X, 458 5%
BT 450 Fe A7 mi e e HEA T

[o198] S 19-Fc ¢ e EHi i —HRP 48 -& W& Ak

[0199] 7 b SEHE 5], ik T — Bl A & — A ZE T PEG I Bt kBl I 0% 4% A B9 Fe %F
gt VPR G A W B & TT e Tl S TR 5 OR R I % R [ A0 R P R M in 3 B AR
oA RS b — H 4ml (8 BE BT N P 0 N 7. 8mg (15. 2 mol, 100 4 &)
MAL-dPEG,"NHS fig (Quanta Biodesign, Powell, OH), Bfi & fn B AR it % 4L 9 B (HRP ;
Pierce Biotechnology, Rockford, IL ;0. 25mL, 25mg/ml 7 0. IM Na,P0,,0. 15M NaCl
. pH = 7.5) o BE/NIEAE I T TS AL BEHE 1 /NI, AR J5 28 Superdex200 4% (GE
Biosciences, Uppsala, Sweden) [¥JAKta Purifier, F|H R ~F HEFHZ frd=4ifk., 5% FH 22 ip57)7K
YW (0. 1M Na,PO,,0. 15M NaCl, pH = 7.5) . &S HRP [K14¢ ), 133 HRP-PEG,— L kP
JHS . HRP Y VR Agso THSE (& 450 = 0.652mlem 'mg ) , A A 2t R 1 E1lman 43 #772:
JE N E By R EE i K H Bl 6-8 AN SR I .

[0200]  “fifb i TR BE T i — BOR ok S8 AL Ve 5 2 AL SR B A (RS St 4 H MBH
BRI A ) 1% 31 BEIREOIR & 0T 3h 18 /it RS HEBHE #rik (Superdex200 ;0. 1M
Na,P0,, 0. 15M NaCl, pH = 7.5) 13 B 4040 R 2554, 4 Ho A0 B 21 2 BS 5 FHRI Y 55 A=
B5) (Ventana Medical Systems, Inc., Tucson, AZ) #, JFAEHZ . KA A =L i
191l £ HRP 28 & W)X A5 57 51 IR 20 23 1 B0 51 s S PR 0 R i e €8, B 3 [ e P ) R
No. 60/675, 579 F I i 38 ot 4 2 BR 25 11 AR DTT 36 Ji 11 4% () HRP 25821 L %8¢, 36 BH A S i 491 1)
HRP 2854 DTT— il 4% () HRP S8-S0 0715 SR vk, (H L (i BT A 59

[0201]  SEHtifs] 20— 7742 A2 FEMR I 2 B B ML B S 4 14

[0202]  {E—2ESE 7 22 b, T HIAE BT A TR 75 iR I 22 B e I FO I 32 1 ) 2 J AL £
77 % 4a4b4c T Ad 2RI 128 ZE IR AU H) 2% o AEASSE W] T, 5 S MR R &
AR T UL R F b 8 BAK T % 17a17b 17c AT 17d h, S R W s s L IR 25 L)
(Sigma-Aldrich, St. Louis, MO) B 5E1E = L& (TEA) {74E N5 N- T WSS S- LMWEhn
R LRMEE (SATA, Pierce Biotechnology, Rockford, IL) M. £ % 17a ™, 1% 5% — RN
(7= 55 WE B YL, A 31 B — AN B IFEE RN DY B B 2 1K) 2 B BRI IDFRR B iZe ) o /277 %8 17D
i, M A BAL AT ) DCC BRI, 588 — ROV W) R IR B BB he— 4> NHS 35 7
5, Bl S 5 WSO TR 15— B — AR ERE AT A B AR 1 2 B REBE I I SRR . A1
Ti%E 1Te H1, 5 170 th—FF, Al FH 38— SOV )T 5 NHS 8, SR 5 55 IF B A A P B
FERI— AR L 2 B RE IR IR 7). (577 2 17d ™, S RS S B AR A — A Bk
HEE L — DM B RN — R IR B 2 B BRI B i 77 o

[0203]
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SRR BRATAY o
2 \ N
HaN Hs  _TEA HaNNH, peNHz
\d /U\S jf MDMF /\r \és B HSW H
H
7% 17a
MEBBRETE R
0 0
NHz O g i R
HO HO s :
o )Ls’j NS _TEA_ ‘g/\ s o DOC TEA
Of DME H j)\ DCM, DMF
NH, " 0
79}/\.
H
AR A HoN.
NHS E» S ) . ﬁ \g/\SH
n\g/\s/u\ \H/\SH
3
#4% 17b
[0204]
0 o}
0
NH; O HO }3 S/Ek DCC, TEA
YT R AT YT o .
g DMF DCM, DMF
o7 oH
) o} o)
o HNNH, o
07 “NHS
% 17¢
A RBATAEY
o 0 N ~NH;
HaN wis  TEA N ﬁ HaNNH; ’\( ,‘j
e )LS/E DMF SW P
#%& 17d

[0205] 5% 17a 17b\17c 1 17d WIF=9) 7 5 /2 2- 338 LW S 30 2% T BEJJF (MAMBH) ,
N, N’ - (6- i3t -6-A ki -1, 5- —3E) — (2—%9%&@5‘65;1) (BTAL) ,N-(1, 5- — {3 -1, 5- —
SR —2- 5 ) —2- FRIL 4 WEE (TAGD) FIN-(1- R —4- B3 -1- 5T 2-H)2- Ko
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MM o
[0206]  7F— 1 HL A4 SE it 77 287, MAMBH & s tn R . 1 56, i B il = & iz (0. 15ml,
L. Immol) fEZJF (10m1) A B I He A in AN & F Bz i bR 21 (150mg, 1. Ommol) , il 4%
CERRAR S e 2R B BT T B 2R AR BB 5 238, ARG NN S— SBR AR L1
M (250mg, 1. Immol) o 4 R NVVR-EWITEZIE FHEFE 16 /N, ARG UR IR Aq . AEJEHT (S10,,
9:1CH,C1,/Et,0) 43 & tH Lk R . 773 :174mg (75% ) -
[0207] 'H NMR(250MHz, CDC1,) 8 6. 66 (bs, 1H),4.51-4.41(p, ] = 6. 7Hz, 1H),
3. 63-3. 50 (m, 2H) , 3. 36-3. 18 (m, 2H) , 2. 88-2. 80 (m, 1H) , 2. 38 (s, 3H) , 2. 01-1. 88 (m, 1H) ;
BC NMR(62. 9MHz, CDC1,) & 204. 37,195. 38, 168.59,59. 51, 32. 74, 31. 43, 30. 18,27. 43 ;
EST-HRMS m/z256. 00693 M+Na", C.H,,NNa0,S, 1 &K 256. 00780).
[0208]  2- ZFk LWL LRI T BEME (MAMBH) 4R S5 I WIR s — KA BE (1oml) S A
S— LBERAR S WE =i ME 2 B8 (300mg, 1. 3mmol) o K T B IR 2% A4 AR 253 N FHE 16 /i,
ISR I8 5 o IR R 22 JE, FH - A PR 242 (15% C3S10,,160 & 39 1H,0/
MeOH/AcOH) Zitk,, 15 2 BT (171, ARyl 728 :20Tmg (72% )
[0209]  'H NMR(250MHz, CD,0D) & 4.52—4. 46 (m, 1H) , 3. 23-3. 21 (m, 2H) , 2. 59-2. 52 (m, 2H) ,
2.10-2. 01 (m, 2H) ;"*C NMR (62. 9MHz, CD,0D) & 172. 82, 172. 43,52. 49, 37. 72, 21. 42, 20. 49 ;
EST-HRMS m/z246. 03251 (M+Na", CH,;N.Na0,S, T &4 246. 03469).
[0210]  H 6— SWEIEmn AR R NHS B 77 % 17a. 17b FI1 17¢ H ) SATA, 13 2 LL R 7R H K
FHRAL A TMBHBTHL F THGD. 6- LM CUBR NHS Bg A UL &5 . 6- SEEEMAR
CLER NHS BERE A H ikt — P HZ A 1 6 ZBEEMAC CIR 5 N- 238 T e A% (18 K
JIVAG I F-
[0211]

@}

HaN \N }:ll ‘ .
N \H/\/\/\SH
0
SH

AT BRI I T BB (THMBH)

H H
WTNIWN\H/W\
HS SH
0 oy _NHy 0

AR, T BRI BB A R (BTHL)
0

H
Hs/\/\\/YNI\)kN/NHz
H
(¢} NH
0 w‘z

ARATHAI S RBL—f  (THOD)
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[0212]  6- ZWERAC LR NHS fE A LA 4544 -
[0213]

[0214] ‘BB R A S 6- CBEEMACIRS N- T Wi (—# %0 A
Sigma—Aldrich, St. Louis, MO 1521 ) MBI EE S V. il 4% o

[0215] ARSI E AR N G2 R B, 78 B E S 75 S m] AHIZE T PEG (1) S— SBEAE
AR ERAT A SATA, LI BIFEFT AT RISE 77k E M £ B B8 PEG iR 1
w1, 2 PEG [ 2 B Re B BEIE B vl DUB I E L. B R 17a-d P BA TG
I3 AU ASTA kil & -

[0216]
o 0
| /L/‘E/\)‘)K
0 o 5
&/ m
O

[0217]  HrAm = 2-50. WA EWET] H Quanta Biodesign (Powell, OH) 1537 s
B BB FHAH IV 1) 2 R 1) 2% o

[0218]  SZjfifsl] 21— 2 B REMT PEG FEEEIEO BE % B 7

[0219]  FE—48sjili 7 b, v LLHAE BT A FF B 75157 1 2 B REM PEG JEIEJIFAf B i 12571
UL )75 % 5a5b Fil 5e il . EILSZHBI R, & R 2 EBFIN AR T LU 7R
18a.18b Fll 18c H1o M JE/R T HARII R 7 5o BRAE S 4N B, TR 70 202 5 B, v
DL Sigma—Aldrich (St. Louis, MO) 183,

[0220]
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o HO
OH 0
HzN‘E\ + c;/u\/c\© NagCOs . HO/?ZHJ\/O\Q
o]
oR Hy OH
Ms
MsCl1.26q
EtaN 14 6q M j\,o 0 o $ KiCO4
S SO . : + HQ/\\«‘ R e i e e \l( O i P
DCM " i o DMF
S

ol s 10°% PU/C HNG o s
e D o
oty ooy

#% 18a
[0221] I8 J7 % 18a, [f] 5. 0gTris 78 10ml /K H SN AT B S (1. 3 244 ) , #E A
KEECEERA (1. 298, MR NEEWAEK E TR THEE 16 /. PUie Bz AR
FHIF= R KBE 3 W, B T4, 17 C18 B iRAE HEMNT, G / /K (5-100% ZJiE, 30
3P BEE, 13BN — RNV AR A A Y. AR I AE DMF P = 4% (4.0 45 ) A
PREEES (5. 0 &) ALBE, 5| N REIR AL o 10 R 25 DMF, B B 40 & T Jo /K DMF i iR 2
#ho PR ERZE DMF, 13 2 &) AR IS 2, R ar AMES— Dotk . iz FEEREs 0.3
M) {ET/K DMF A BV N HO—dPEG,™SATA (1. 0 24 & ;Qanta Biodesign, Powell, OH)
FIK,CO, (1.5 45 ), ¥ R NIRAY T B UM HH: 16 /Mo JsHs B 25 DMF, % B 4035 71 e /K
DCM o, it 8 bR Eh o 980k BR 2% DMF, Bl e AT ek I Z AT, 43 21 PEG ALK (Al . SR 5 8 A
EtAc/MeOH JR&-EH T H Pd/C AbFE, B2 Pac TRE T KT IR o [R) 4 5% FH e — KM (10
M), FHIME (100 M5 ) A3, 15 2 203 B .
[0222]
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o
™ CH BUsP
e HDK\/O\/\O/\/O\/\Q/\/SY DIAP
H o DM -
OH

O SH
s £

?’L@\‘J’i 0 i QJ\%&\M{\S},

s T
A, °
X 3,

5% 18b |
[0223] %M 7% 18b, M (HO-PEG4-SATA, Quanta Biodesign, Powell, OH, 1.3 4 & ) 1F
DCM VRN 1.5 (B E A R AR RIRNE, B S I 1.8 & =T B, H R MR G
VTR E T T HEE 30 7380 ARG MTE I BIF P AN 1.0 =8y /DCM %, 76
TEREIR N HERE 16 /Do KRk R T 5 15 2 1By K B T 205 Bk, R 3 vmses in#4,
132 2 B ReI) PEG JE MR B 57
[0224]
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o A
(o)
i N S -y A
OH oK OH
NaH/DMF

=
= //_:ﬁﬁLOQ

1} MsCl 4:2 e

Ho/\’o\/\o"\/o\/\o’\/sl( EtsN 1.4 e NB/VOV/\ONO\,/\Q/\JSY
2) NaNg , O
rj\Nj? s
N
CuS0¢02 eq o \{/\07’\/ Y
vea FuIRA# 0Se ﬁ/
-BUOHHO
-BuOH/Hy HN‘N;N

4N’N

e

TO

—Z

\ N SH
/} xs I DCM FoN Y\E/o Oi\/

2) JoE/ Bk 100 L?éhy

10 % PdIC
A Y-
EtAc/MeOH

Ml
#% 18¢c

[0225] 4% M6 )7 % 18c, ] 5. 0gTris £F 10ml /K KA R I NBR BREF (1. 3 24 &) A
REAFECHA (L2 498), B RNIBEVAERIT TUK BB 16 /. PijE a5
BRI =R K BE 3 Ik, BT, Aalid HEE 3.0 &) FINHE (10 4
&) {E DMF b3 5| N, kR E AT G A3 B MR )44 1o 7] HO-PEG,~SATA (Quanta
Biodesign, Powell, OH) 7F DCM 1 (¥ MK RN AR e (1. 2 58 ) M=% (1.4 4
), ERA UK ERERE 16 /DY, ARG ER L = Ok H $6§E§@EF%E§F@EO
7]1% T IR BE A A B AE DOV P IR N S RALEN (1. 2 28 , FERV R BERE 16 /b, £
R ENTE AR S EAY K 2, &S AERRE 0.2 28 ) APURmERe 0.5 48 )
FIRCT I /K (L2 1) S M 1S E b g 1 firh A S5 2. R RN
REMAEE T T HRE 16 /NI, SRERZ T 515 2 B A 8 R B b R 4. B s i
10% Pd/CAE 1:1 LI LB / PRSP AL, B KBRS, A ATIR - 0o 4 2145 2
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WEBSHE o 1R 1Z37 B HEAE DOV R IR I AN FIE ki (10 243 ) , ZESVS N HiHE 4 ZhEt . 4R
Ja B S NR S VIR A i, TR B RS T o HZESEAE 100 CRuB A 1 /i, 43
FIZ T HE PEG JEME R B R

[0226]  AGUIE A N R A Z) & H, 1EIX 285 75 %2 7 ] LR H B 1) SATA B AR PEG 2
(115>, LM BIILE 2 5 8 PEG ZEBEREm B #2570, 1 HI w] DA BAAS[RHC BE 1) PEGSATA
[

[0227] S5 22— 5 TR A ok e I Rt et 32 2300 ) 45

[0228]  FE ML SEHERG] b, $2AE T —Fh E G 1 20 WE EAR I 50, 1o R AT DU R CL R
(77 % 19 H 4

[0229]

i L
07 NH, | |07 i o7 NH,| {07 | | ©7 M
X1 e X1 R HN.-SH
v y

% 19

[0230]  ZE /7419 H1, X A LLIE W1 100-500, Y AT LRI 1 10-50, L 4S5 Sl i ikt
VAT R — 388 73 2 A s B2 T TR A R o SR PR R NZ D (PAH) W] AR H L A AT 1 26 [
L) HE No. 2005158770 HH$RAERI VLA . W52, fE— R A SR 100m] B JE RS
AR 20m] RN KEBLZ (Immol,50% wt 7K¥S ¥, Sigma—Aldrich, Milwaukee, Wis) 5 10ml
ZEM8 (DI) ZKF0 20ml- K&k (420mmol, Sigma—Aldrich, Milwaukee, Wis) V&« FF RNV IR
GBI 60 238l YEN R EIR NS, A ARRR ) TR AT S N IRS VIUTTE , B0 IFBAT .
VREEWE T 50ml DI KM, EREUUE ST 3 K. WA R EWE T DI K, BT 15 Rk
IR 48 o 0G5 IR 55 A3 BT T B ) PAH S5 AL AR50, 491 4B i —dPEG-NHS [ig
(Quanta Biodesign, Powell, OH) B# Traut iR, AT SV, i n] F F B IE (Z = 5-40)
[1—# 5y (AN 50-75% ) BiliEth, £ 2R H T A JF AP R G N 2 B ReBL I Y&
B, Hee IR EEAL R m] LAEW 40 Hermanson, “Biocon jugate Technology”, Academic
Press, San Diago, 1996, ISBN0-12-342336-8 FH#%3, iZ Uk I AA HiE/E N B,

[0231] W] DA WA 7 oz — A8 /i85 12 28 TG IR G B0 R e e 1381 < 5 & e A
BT A TR A T732%, B ST PAH 5 —Fi o3 [ N AT 1 PAH B AL, 2R 5 A8 CL 2 i AL 1K)
B TEHE ST RN

[0232]  EAR 42 2 HR LA 79 14 STt 7 ST AR BH IR JEUEEAE 1 IR, (EL X T A
THEARN 51, 551 22 LIPS A P DAAE AN B0 26 it B 1 O % S e e 10 4015 1A T 15 25
N, EARTEAE Ul B2 S THilk — BRGEE W), (HR R 77 v mT LR SR il s AF AT 26
B AW, WIFEDUAR N &R R bR 129, B Wi gk 7 (an, < )8 F SR 9K R
F BN GRS 96 0 T AEDC0 B (1 A5y 7 FWURE T A
V) CHIAn W RS+ S ) MEEY. H T ra sy st g a9 (Hlindith 52y
Yoy 55 2 HUBUR PR A ) s 1 < 8 S T I E SN S Y ) AEFEIEZ N, BAR
PR IRy FLAAR S AT 58 7% PR A AT I JE AN - O P2 (1 1 I ot e a2 e ) (X S EL2 W] AR AT

z
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T B2 A A AE BT A T RO 5 A & 0 b B BB R R . S50, Noaxis
AR AT DA — A B A 8 — i BB I R 25008 St & 0, AEL ] DAASE P 22 P AN [R] B
EHFIE B ED o P T IGEE Y] UARIE S TR b G e R s 3 PR &5 5 00 1 g
A5 P AT SR AL A v B, s 8] P ) S e AL A0 2 O B A s 3l ARy 262
(G M s BT SR 28 AT 0 M o SN 7 S n] AR - 07 SR A sk 75 e i T3 4h,
FIT o3 I R th m] AR RAB ¥ FH TR 73 1 55 IR &5 5 BT, 1y EL IR (30 2 i A8 Jse
A LA B A T T3 REAT o AR AL HE R T DU AUR 2SR FEURURS # -2 3 1R A 42
AR B AEEAT )
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