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L — ML, HAE

ik,

AR IARIC YD, FA S, TR B0 55 F NHS—-PEG— T S I WV e 42700 51 N\ 3 ik ffg o
(10 5 A B IV frig e [A] , AN TEHE AL 45 5 PIT ik Bl ) S B, A

2 A Bk PRI B 0% 2 1) 1 IR MR I o 8 AR A B A T I R 3 A R S 1A 2 TR 1
—ANBLE AN ERE R, o BT B AR B O BTk B S AL T BRI (MBH) L SR T BE R
B (MBCH) . 57 3 2 Bk 22 2 57 3 T BE /I (MAMBH) « 57 A% B &0 R 7 5 T BE i (THMBH)
N, N = (6- i3t -6- bt -1, 5- =) — (2- A LB ) (BTAL) AUBRAR OBt 2 L Bt
SEH R (BTHL) N-(1, 5= RS -1, 5 4K —2- 48 ) -2- $iBE 2Bk (TAGD) JBRAR LBk
AAERE R I (THGD) , PEG ZEHIBEIFRESE A 2 B e B REE & 5277 PEG £ 2 H #E
PG PRI 2 32 2 7] 5 TR T e Ik P o I e 9 B L A 4, A I P I 32 2 790 1) I i 22 1]
SRR IR FAL Fe 393U 25 4, IF ELBLHFR B E 57 2 — IR B L [ 2 B ok
B i e A 2 — S AR bR eI 45

2. BURIEER | A, Hoh i BREE & B R 5 PEG 2 BRI AR B 2771 o

3. BURIEER 2 4R -E 4, o rp FITid PEG 25 (1) It JE I I o 2 71 A, 25 3 5 —dPEG— B fifk e 4
o

4. BURVESR 1 ZEH, Forb Bk B i B 3% 42257 69,5 MBH BX MBCH.

5. BURIEESR 1 BG4, e B ik I e e 14 1ok I il BB o S A i

6. BUFIZER 5 (IZEEH, b Bk B2 Tl PE RS IR I o

7. BUREESR 6 (28 A4, e TS il ook R 1 6 25 2 JBG (K0 P Tl R

8. BURIER | (MZAY), Hoh rid i R4 ot i bk

9. BUFIZER | (A1, Horb Frid Sk B i b buis.

10, — B T 40 B B AL 4R b b ORI 3 1) g v, oA dE -

WA A s A 2R B S A WA, TR A mAa S

Pk,

AR IARIC YD, HoA A, TR B0 55 F NHS-PEG— 5 Sfe 19 WV e 370 51 N 3 ik ffg o
(1% 5 SR I IV Jrig e [A] , B AN TE R L 0 485 5 Ik Bl 1) 2 B,

% A Bk PR B 5 2 ) 1 TR PR o 2 R A 5 7 T Ik 2 1 R e R A 2 T 1
—ANEL 2 AN R T, b T oA I DO O R R AR AR T M (VMBH) L S 2E T BE R
L JiE (MBCH) < % 3 2. Ik 0 6 37 5 T Ik JF (MAMBH) « A5 A © Bk 20 37 #7038 T |6 (THMBH)
N, N = (6- fijkdd -6- S bt -1, 5- =8k ) = (2- SREE LB ) (BTAL) AUBRAR O Bt 2 4 B it
FRE IR (BTHL) N-(1, 5— ZJFE -1, 65— 40k —2- 3 ) —2- S 4 BEh% (TAGD) JERA Bk
RN Z R ik (THGD) , PEG HERIBEIF IR BLEFE A 2 B EBL R & 4271 PEG 22 H fE
P P 2 7] 58 TR A I e T s o 4 70) B G AL A, A T P e 32 422 7)) I ik ]
S BRI FIREEEAL Fe 39S 25 A, IF LB R B 57 2 — R IR B S [ 48 B 5 ok
B i e (A 2 — 5 nl R AR iE N 454

DA

K FrR S A7 R 1G5, HAR R Ml B2 SR i P B R 1) AR 1E .

L1, BUREESR 10 17775, Forb B i B 0% 52 7040 2 PEG 2 (1 BE IR B 5277 o
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13. BOMIZER 10 (97785, o Birid B kAR i 42 700 25 MBH B MBCH.
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STFES

[0001]  AHIE NHIE S 200680043958. 2 (¥4 & HiE, B3Rk 2005 4E 11 H 23 HIKM
Lo

[0002]  AHICHIIE Bk}

[0003]  ASHIIEESR 2005 4F 11 H 23 H A K3 B G4 R iE No. 60/739, 794 KIFI 75,
EZHIEIARMENSFE .

ARG

[0004] AR L85, Tl % XL S MR TEFET, il %1% 50 S AN 1277
W7k, A Z R S T 5. SEHARI L, AR W & Fe- Fr m MR iA g &9, T
il & Fo— %5 PEDUA 2R S VR BUIF BRI E R, il % Fe- 52 R S W IITTA, LR AR
Fe— Fp e MEUA SR S WIINTIE.

BEREAR

[0005]  CLERAcfit 1 A AR FRKE 7 AL I IR SR T i o 5 i B L) e 2R
Yoy 52850, AR 6] % ek 2 5 0 F I E RERIE Gl — MATH . —REY T
BEYNKG— 55— o1 (B Uk BEERECEN R ) BARESHEY 15—
PRl U AR IC) (BIIZOEhRie ) R ICAKR 7 Bl ) 455

[0006]  FUAFI R FEINARICINIZR &P (BURZREW) T U AL P0AE i b s RO BE 7
THIRIE Do IXPE G VIR DU B -5 b b BB Rr S 45 5 1T R A U A 2420 DU 4
KB PAGRZAL A AFAEA / BOEAL RTINS 5 — RO R K, JTHE Tk
AHULA IS SV DU NERR R S (Duik - BREREY)) o IR S IR
PRI A T IR BISRAFRLAE DU — B 45 0 BB o AE DU 0 S5 SRR RO 4 15
AR A B AL AT K 74 (DA E R AN B B DO ) -

[0007] U4 LR 5 W0 308 5 R AV S0 0 46 » A B TR PR R s A2 AT PRI PR R ], Hh 2
—5PuA LE RN, J NS A AR L LB R O, (HA, RIS T U
PRI A AR IO 2 — B KRG o Pl A2, I AT RE I 1L = 1) 57 PR AT B TR A A K77
AT HuAM / B B R R AT/ SRR VRS S A R E RE BTSN, A 5T
& - B ARG AN, — AR R 2 SRR AW ATE TR .

[0008] A3 BEAH KTy S RE SR LUK R RN / BROSEHE T 32 S BN FUAE - BB A 1, JF B
BEAE S AL 22 T 0 n e B AL 2 3 A Pk B S v (1) RO o v R BB T A A AT
CNIOES P SN SE K I RP Gl FE -

A PAHEE

[0009]  AJF T A E BHRERERAR I TR AEW . A2 TSIy b SR AT P
Ui - TR AR S, Foh B8 — AN 525U Fe 782 30 58 & (0 M JF AR I % 4%
8o AZSEHETT S0 Fe— Fr 5 VRS A W0 HL A S0t R ker I R SEORE , A T i B8 70 1) S e 41 434k
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Seoker il B IE A B S A SR B &R

[0010]  ICATF 7 — il B BR B I e & A I ik AE— TS 7 B, %%
PSR — AR B A 75 ZARP I, UONZ LA e AR BT AL S A b DA AR PR IR (1) 2 AF
FE T AR B TE S S PRI 260 T 558 — Mo IROBL. FERXRERISEAE T A A
B A 55— Rl o [ AT DA L8, RN AR FOREE T IRBERE A T35 —hp o+
R i e 2 A AT 5 A O

[0011]  ICATF 1 B A B e B0 M i 2% IR IR B B0 () 0 15 BG4, SE R IR 1 A FH P
ANFFRIEAE YR g A 23] BB B2 e i S e A v (BRI 5V T T RO
G R B R B, RS > B 7 VAR 2 S E B4k o AR ST b, SRt T
55 Br > FE RO RA 1 (1) 22 36 43 B, B4, AT FH B A I B 28O0 4 F BUR 4 Kk 1
RIS S A 2 B M.

[0012]  PHEIfaTIR

[0013] & 1 J& W nff FH BT A HF I Fe— e et udds — Bl PR e B 48 & W F0 5 FH B 2
- WP IRER R SR N WAL N « B R AR R — RYEIZ .

[0014]  [&] 2 J& W n 8 FH BT A HF I Fe— e et udds — Bl MR R B 4 & W F0 4 FH B 2 A
- PR IRER AR SR N RAMA AR N B EE R — R Y E1E.

[0015]  &] 3 J& ol FH BT A HF I Fe— e et udds — Bl PR R B 48 & W R0 A FH B 2 A
= - T IERERR AR S A R I R 22 N oMV I et I R — R P B .

[oo16]  &] 4 J& Wl FH BT A HF I Fe— e et udds — Bl PR e B 48 & W R0 4 FH B 2 A
R~ TR R A S A R IR H 2 N EBER L A K R — RV EK .

[0017]  [&] 5 J& W nff FH BT A HF I Fe— e et udds — Bl PRk e B 48 & W R A3 FH B 2 A
o~ DR IR SR SR I CaSki MRS AEALZ HPV ( ALK EE ) MRt R —
RKIEE

[o018]  &] 6 J& ol FH BT A HF I Fe— e e P udds — Bl MRk e B 4 & W R A3 FH B i 2 A
= - DR IR G S A W U HeLa SeRPiRg M 2023 HPV By e th KR 1 — R 31 B4

[0019] & 7 J& W n 8 FH BT A HF I Fe— e e P udds — Bl PRk 5 B 4 5 W R A3 FH B i 2 A
= - DR R G S A R I SiHa SR RS A H LA HPY B e th IR ) — X B .

[0020]  [&] 8 J& W~ T A I Fo— e R Pt s — W 1o ik IR g 2% & 400 A FH B 4 o f
- DA PETE R S A MR DN 40 B 2 A o HPY R R — R P B

[0021] &9 & Wl T A I Fo— e Rt udds — Bt 1t i IR I 2% & ) A FH B 4 o5 f
K- TR T R I R A R D IL R L 23 L B P ) S £ B R ) — o A

[0022] [ 10 52 o T A FF TR - BEEA AR I TN F & 7 VA 24 ik — IS
E ) RAIGE EL — BRI ER

[0023]  JLANZRM M SEHE T 22 B TEIR

[0024] A B () H e T i aek DA = PR A 1A P 150 BH R St ] AT 7 U BH , ACBLTT 5946
HHAEET

[0025] 1. 455

[0026]  Ab- fifk

[0027]  (Ab-Ap) — Jufk — TR TR BRI 2 54
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[0028]  Ap— B PETE R

[0029] BSA-‘FIL{EHEH

[0030]  CMV- 541 fuspi 55

[0031]  EBER- % — ELJp 55 -1 RNA

[0032]  DL- Al llbR 4

[0033]  Fe- A &5 B

[0034]  HRP- BRI H AL PG

[0035]  THC- 2l 4k 2%

[0036]  ISH- JEf7 2847

[0037]  MAL— et i

[0038]  MBCH- %k ] Btk

[0039]  MBH- #iJ: T Bt

[0040]  NHS-N- ¥2J T —EE W fi%

[0041] PEG- F ¥

[0042]  SBM-¥FS&i& T+

[0043] II. RiE

[0044]  RiE “—7 M “i%”, BrAE BN X AMNE R MR, AR RA M ZAPrd X .

[0045]  ORIE “Z AL ” 75 A8 S FE I BOER 1 B AL 5 i () o B, Herp — AN SRR &1,
1 4 g B e fE 5 -5 I B S 2, 4 T B — NG SRk, " i i A AT kb B A B AR E TR
B AT 1 M A A i DARR 1b e B i o I I MR A S5 ARG I ONGE S 7], B LI A2 T
N PR A3 S 5048 o s A AN B[R] S5 . —, il a0 = 2 B s R A Akl . FTRA
A5 FH ) B R 3 SR R B i 25 P e S Bl e % 50

[0046] AL “Pilk” Gifih fe )3k H B EBRE F R 0+ (4% TgA. IgD. IgE Al IgM,
PA B AEAEAT A ARG i FLh 4 Can A =5 SRR/ BR ) w1 8 i 82 S 1] 77 A2 (1) 2 A0
), BB B S MR (B AU ) R A S BIEEA R S e
ST AW A B, Pk SR R A, &AW B R e
TG EFHEDE 1M, 10°M '8 10°M ' fEHEsei s &, Juik SHu R g i (Bl
PPURBPUR LA ) 4541 Kd EARLE 10 °M BE B AR, #4010 M BEAR, HE 10 “M
BCEAR . Kd 4B AT DA 0155 4 PR ELTSA (B IDE G5 MR BRI s v ) B FH R I 45 B A L 4R
BEE W n] H Biacore, Inc., Piscataway, NJ 5% Biacore T100,MEE 3], FuikFr
BAAFE S AR A B [ BRSSO AR F (ab” ) B, Fab’” B, Fab” —SH Bl
Fab FrB 1, EAPUE A B (BRI sFy B, dsPv B, AU et sFy B,
K dsPv B, AUEE DU AN =B34 ) , Anagdedits (44 W, 38 B %R No. 6, 015, 695 ;
6, 005, 079 ;5, 874, 541 35, 840, 526 ;5, 800, 988 Fll 5, 759, 808) » i 1A T K L v [ F1l £ v %
FraE bl BT AT AR §e 5 AT E 43 B SR AU+ AT T e e 2 A
e dh & (AR E S 7 9 PuiE a8 — Mk bUEus (B, B se A R —
ANV R0 BIRZ R 7 508 B AR B EPUEARIC R E 7 1)) o 7057 8 B SEit 77 &0, tis b
AN BEARAE S A A E N PR R n bR U . a0, P BLE — AN - TG
fudd, BlnH e TeG Bk, i TG HUAEITILZE TeG fuik.
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[0047] 4G5 “ WIFOR B BRI I R B S (A A AR b DA IR TE SRAF ARG 6117 Je FR I A
(R 2%, 840 pH 25 4, P izade g2 ) B B 2 A (=SH, 740 R PR e ) DAL EERE
X (SRR AR AR T 1%, B, AR, 2 F40.1%,
ST470.01%, HEAT27 0. 001 % FREFERI G A /E SRR 0. BER BE AL &)
(R B RE A R AR [ DA AR MR T AR AE I 26 A B8 pH /NT-29 7, 4140 pH /T2 6, 451 201 pH
INTFH) 5. 50 ERFE RISERE T S8, KSR —A> pH YE L Bl 4 pH 2 3 249 7, pH
ML) 4 B2 7, pH M2 4 FIZ) 6, pH ML) 4. 5 B2 5. 5, B F IR BVEFETAT 75/ . 725
— BB Sy v, Ry R R B S AR b DL R TR RAFAE (DT 1 S IR
PAFLRERIE A7 A0 ) 1 pH Y 9 R AT DRI 7, 0 pH 8. A4 AR N A H
Hender son—Hasselbach 2311 I% 42 1) B B 3 [ 1) pKa (B 75 25 1 5 45 52 I T B 2k (4]
AR 1 DA PEER T SUAFAE 1K) pH Y R 1 B BR o 78 55— S8 ST 7 2 v, Hr 5 103 B2 70 IR B 2 22 ]
TEVE TR ZR GRS AS I DA Ak e 7 X7 7 RO 88 0 pH ELAS BRI o , AR S0 4 RN
TR B, B LK /N IR 7 3R 2 1) T B 2 A e 3 i I 20W pH R AR I o MR 1R
TR o BFE AL, ERRE AT N, BRI IR 2 [ A 75 JE AR b DAL op PR R T A7 78 7T DA JE it
M LRI 2 55— F P I I FORSEIR # e . 1, 3B /e 2 1 pH (T
AR AR R A TE ) pH) 250 T $e iz aZe 422 500 m] DA e 4 51 N B iRsgE i 5+ (i fe e ek
EE) P EHEBREEANSEE (A, B ElInan &7 ) o 26— BHEI P (I — /N BL
B AL = B ER] (Bl 50 A EEEL ), AR SNBSS F R
H HIREE 5. WA SR B IR 2 (A g sk E A 5+ 51 NI EE -3
G 2) , W3R B AR R BE AL T3R5 AR BEAR E DA MR T XA . 19l
1, 48 pH 2909 7 i), A TS 3R 8 100 40324257 MBH 477 48 1A S 3R 2 11 43
T2 2 ANEREE . 7EEARK pH 5, 1000 53k & 1) MBK FEHRITE 24 /NBF N P2 AP 3R K
ST A GIERE A ST 1 NREE . 1R 28 JUIEST, 0T 4257 MBH, i B 2 [ 7E pH 298 7
BCEAR B S 1 R 3R B DAt BT SAFAE, IR BEAE pH FEAIC, A R BRI SR LBt 2
[i7) {4~ 47 56 ] ) PR R X 31

[0048]  “ZREN” ARILOEFL I — A KRB A5+ (F/ BUbE, angh
KRF) o 7E— ST T Bh, BAME G —ABMENEW 5T (Blafk, ZIR, &, 5,
W, 20 B EOAREED) , eSS —ABZAHE 5+, fln— A e mE
Yo+, e, f£5 Ly £, Va5 AN AR Asicy (4
WG F, RICHKRRF, b, R HAAY ) MERN— AR MRS G DT
(BRI R ) o

[0049]  “AIEGINFRICH)” & — PhBe ™ 45 ZARIC D AERE S AR AE AT/ B B2 1K T A
W CEIanR] BB 00ENE ) B 58 FEME. U5 REG S FRER, TR
MERICYI AT LU SR R 7 45 A 4R R EEY e AL R / BOE EI5E « #5 06, SEP7ERE
(RAFAERD /SR B ] DUE S U nT A DU bR 4 7 AR B M5 5 SR U E o AR AR IE 4% AT LA
BB REAS W, i H LA S AN A ()5 e 45 5 A A R AT R AR e m] LA & f
F DME RS — DB AN ) . a0, 55 —Fh R AR 4, 4 0 5 0 BR A S I A% BR AR T
PR A PR, AT USRS A — R R AR IC S R A A TR AT
FlrT A AR A (R EEAG DU o REGE 4 43 AS DU 1) 22 5 P 4G SN FRE40 7] LS AN 145 45

7




CN 104090095 B i BB 5/38 7

DFEE, S AR YR RE A, ot 7GR0 R Rl — e A I 2 AR 2
T L. ARG 5 AT DA AR O A0 BB R R B AL A, AR (B HE S
TR ZE AL AR AT WA ZE R AR KOG ) B A H AT/ BRI AT A A i
MAFE R TG ORI R S L, 1 — P e A i s — W Joa LAg (4 ml e ) 11 22
Al (Al o W a2 A Bl W o B0 st ke, B30 AR DT B AR e U ) L
) g ) , 88 R 3 A LA R I 7 AR e SR R & Ml budk - Eiu s S A
B ARSI~ B iR, DA IRRE ARG 1 43 BOA ko AT A U A 10490 ) LA SE 451 49,45 1, 4511
R S e, B P PR, IR PR IR I, W R UILRE, B -SRI E R, B - AINEREIR A
B B - WELIZES s 5t +, Bl Ot R . & S 3 BODIPY Jukh, il pd R A Z FHB] (££ The
Hand book—A Guide to Fluorescent Probes and Labeling Technologies, Molecular
Probe, Eugene, OR H1 7] AR BI1R 2 H e 26 0 F I SE 61 ) s @Kk, Blan &+ 50 (fln
H Quantum Dot Corp, Invitrogen Nanocrystal Technologies,Hayward, CA 122/ ;ibZ
.2 [H %) No. 6, 815, 064, 6, 682, 596 Fll 6, 649, 138, {E R AR LIENS ) ;&R
AW, B B P SR 4 e S 101 G DOTA 1 DPTA 2454 s DL Ak, Bl &4
AR PG BiAk . A2 nl R bR L Y FE B 5 B, A] DLS5 B 4 & 158 ] — Fhnl fa
M E ), Blan R R A BRI &Y, DME TR EFE S (SNSRI
AP R T34 W4F, B Invitrogen Corporation,Eugene OR132]) . A MAiLEY)H
BLAR S0 45 2 BRI (DAB) \4- iR ORTE IR (pNPP) L [H 41, 5- ¥R —4— & —3— M| WRTk 1R
(BCIP) & W VUM (NBT) .BCIP/NBT. [H£L . AP #& . AP W5 JY FIJLBE 2SR (TMB) .2, 27 — ¥E I
= [3- SR EREIR R R £ ] (ABTS) QB HKTHI B 1L . 4— S Z5 My (4-CN) AiHFE 2RI - B -D- ik
W~ FLARE S (ONPG) 4B iz (OPD) \5— ¥ —4— L —3— M|kt — B — ML ~FFL M E (X-Gal) .
B ST B — B —D ALt iRg = FLOFE 1 (MU-Gall) < % i 28 28 2 — a -D— ik g > FL#E 7 (PNP) |
5— P —4— G —3- M| Wk — B -D— W & MR EE IR T (X-GTuc) +3— &t -9- L FEMRME (AEC) - i
T gty 20 TR 22 O e S (INT) UL 0 0 G R 28, B S, 76 G M 26 D 7 % b B
Bo SAHZERE I VA FENE — RO, 4 a0t PE i BRI, 5 — MoK YE S B B P A — R B A
AL JFEPE R B I A ST o AR A e sE A — 3B TR TE TR 57D, i 28 Ak — 3 IR
T TR 4 A S S R T R I B DTE (T L, 2004 4 12 H 20 HERAS R L[]
R Y3 E LR HE No. 11/015, 646, PCT AF-5 No. 2005/003777 F13E [H LR H i A H 5
2004/0265922 s EAIMIFFARANENSH ) . SMEN AR —MKEE SRS —
b A TR — oot Ji 79— 2 P — P A A SR (o s o S A Ml ) 5 [RIARE 2 T BT
KMyt (Blan L, 35 E L F) No. 6, 670, 113, KA AR XENSFH ) o PR Sk
R 45 A BN AR BEATAR 5 A AE BN ™= A S Wi S, 0 A5 46 B A8 A B8 K R 3844
AN 1 R BCE AR L DA A Gy ma B, - 5 SRR AR ORI AR R
W TSR E . w e DU | R | FRE T IR ORI 0 R BRI o R 2R
VI B 2RI ER AR IR A4 e 30 i 2 FFAE 3L [ R e (1) 58 B )5 ) FR A No. 60/856133 (2006
FLH L HER) B, ZRIEHRAREASE .

[0050]  IX AT IARE “Fe- fF R &7 2ff—MaEskEn (8L B MRS
Wy, b 55 4y (BN mr ks bR ) 5z 5% Bk S B0 4 (BB sRE AW
TREEREEEES 1 By ) AN Es & S IRER IR S AL40 7 Fe DX R I, X I8Ar
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T ok E AR EEE b, A AE S B BRET B b P 12 e 3R B O e 455 T T B ISR 70 1
HMIH o

[0051]  ARiE “BefiitEF]” B AL (—CO-NH-NH,) , R EJJf (-NH-NH-CO-NH-NH,) , Za 2 Ix
B (-NH-CO-NH-NH,) , @ IEFRHRIEL (—NH-CS-NH-NH,) , AR Lt (-NH-NH-CS—-NH-NH,) , B
Bt —Jiff (-NH-CO-NH-NH-CO-NH-NH,) B H &R AT A4, BUE BRI R A (-0-CO-NH-NH,) B
HEmmTAED .

[0052]  RTE “ Wt i L 17 AL 45 BE 5 MR 2 T s R IR T A SR 5L A . AR A
P e A P A0S PR e A P S 9 o ISR S T A AT DA 40 IR T A 3 40 BB A S N B o
o REERL (—MEBERETERERD) SIARI AR EA (RFEHUE) PR —MIEER
PS8, 16040 =R Sh A T (OB A BRI A A . A, ANTRURN IR 17 I R b 22 BB e Hh (1) XU
AT DL DY AT Bk S 1 il — I, R i FH v R SR A A il o« 1355, IR ER 1 BT ) N- I 22 24 1R
RT3 28 PR 2 W] DAARE v L R 0 98 1 2 1 P 2 , T ] DA 2 28 2 (9 8 a2 ' b i % o
A B - NBERGRE R AT PR PE Ik . R S A A RO AR A S PRI AT SR g . £
SEUA S B 1) AR vy T PR A P A 2 7 A 0 I e e K e S R () B e e M o 9112, 1M 9K
JEE () R MR AN 7E 0 °C il i R AE MV PR VR A 1 56 7.8 A 9 ANk iR+~ R R AH < 2 B b 22 i«
FH 1OmM B35 /57 % 2 147 vy R P 60 41 2 R s 3o s 1 = e A0 7 1) 21, AT AE 25 58 1 2 1
IR Z /% . Hermanson, “Bioconjugate Techniques”, Academic Press, San Diego,
1996, ISBNO-12-342336-8 Hidiid | —FG & Wl H 7 &, U I AR SHE A S % . 18]
W35 G NBER 3 — Ty VR R A3 e S VR SR A, 4, S IR R R R
ity 1) - FUME SE U Th B, SR AR FERE B b o 24 30 L i A MR VR R A I (PRI SE A e
A A FH A28 W g It 53 2 VA PR s 0~ LW o i A i o — Sl PR o 422 M Jg il M =~ 2L 7
SFALBE 2 A 4 S A FURE J DAAS 2038 MRS L 1 )7 58 7F Hermanson, “Biocon jugate
Techniques”, Academic Press, San Diego, 1996, TSBNO-12-342336-8, i% 3 Jf A\ 4 H1 i
ENZH . T LA 7 120 55 NHS— | (4 7] — e S Ji o AR e o R BRI (SFB)
BT I Jl 0 F S 2R SRR (SFPA) (Invitrogen Corp. , Eugene, OR) SR, #F%
FINB G Fr e BUE A, AT DE H EEAA A, 0 3 T R R e e DA B L . [
FE, 7 Hermanson, “Bioconjugate Techniques”, Academic Press, San Diego, 1996, ISBN
0-12-342336-8 ¥ flt V" 5@ 175 &, ZSIF AR RIEE NS %

[0053]  ARiE “HEMHIREEE RS IR S A T AN N ERE NS S A8
AN FAT — AN B AN R EE R A (-SH) (19700 BOR R B 422 771 1) 0 1 2 R T e s [
A DL I — AN B A & Bl 5 B, A 45 R R (—CHy-) ST B Ge 2 | o 410 1) B ki
A 55 R L A R 05 TR A TR PRk ] SR ek g R A (9 4 &0 2k 1] —0—-CH,—CH,-)
Mt e 2] (-CONH) - i3 (-NH-) TBEEE (-0-), SCEATHIA & “F T PEG I Ik B i 2
PR A — A O EERE PR N A — 3 i — R “ 2 B eIt A i e
7 Fe g — PSRN, B A 20— B, 20— R, a5 —ANE T
B B0 55 A —ANEEEE L 53— REEE, BORT H T TR SRR e R R . AR
FLeSLE Jy b, BT PEG H M RR I S B0 &A1 — A 7 I PEG (dPEG) 34255, & 7] LAH
dPEG B UEY (fn3E E % F HHiE A A 5 No. 20060020134 HFTAFF) ) 4, I£7] H Quanta
Biodesign (Powell, OH) W45, ] PAEIETEZ B BEMLIE — i B 855 A 10 59 A0 0 vs e 3 A
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1) S A1) 9, 45 I SR B I Jie 22 A RN G PR R S, 464 N— R 0T e kR A B R (Z0H) o« S Ak
F v P 22 A ) S2 481 7] LAFE Hermanson, “Bioconjugate Technigues”, Academic Press, San
Diego, 1996, TSBN 0-12-342336-8 H13k F,

[0054]  “Ff 7 — il fREEMI ReAE Horp B FARAE RV | e [ AR B E AP i ( Bk
BE) o BRI, B AT DL AR it B3 A AE IR 43 B0 AR o AR AIAE ot 1) SE A1 A G 2
ZURE AT 22 o

[0055] RiE“hem&E a0 IHMSHE Moy REaN— My F. “fRrE67 EWE
YRR THEE A TEEIER FHRESP AR E s FIRRE (Fl, Fr 5
i TS BB RE R D e A F g SRR 10°M T, K10, K 10°M "B
10°M) o 45 EE A DT HISEB R ER 2R UK B BEE R FE R, BRGS0 FiE
Z 5 Hoob [5Rs m45 6o AR R ) SE 0 L FE A% R e 91 RURE AN = BEAK (T B, 248 - o4 A
AR (Blanm iR - M ESZARH AR ) IuiE - SuEAH TR B8 - R B R, s
R - RRMASEME - R AN (FlnsEEsiEm - EMEMEIEM) .

[0056]  RIE“HEA)” 5 HAZAE AL B/ B FE 40 8 B B4 I 58 MR 40+ #8401
SELRER S B AZ R T A VAR, Bl S R B A B S A e PR . B
a1 FH— BB Z Pl AR e 45 o A AT ASE DU EKTAR TC A0 A R R A R T

[0057]  RIE“DRELIEMEEE A 16 se S5 IR EE AL [ S BLFF I A 8 (1) — A B AN 5« BB
T MRS AT DA 4 B A 5 o, B il 5 — AN AN e o OB AE INBZ 4
Frh o TREETE AL R SEB R FE AT A Michael 524k, & LB (B0 2B 2,
WAL ), etk i ), S ok BRI, ZEURFR e, PRI I A [, 20 BTN, ORI, BB AT R %
B SR 1R 557 T A AL, A5l an o - (90 4 DY s T o ), DA R i Ak T, 491 4 — kg
IR ETTman 300G LI BREE o 1% 18 S8R 1 25 AN Ik [ 1) He 8 SE 510k T~ A A s R
N2 52 W . 7 Hermanson, “Bioconjugate Techniques”, Academic Press, San
Diego, 1996, ISBN 0-12-342336-8 Hifit | 5T HIok¥ — MR B 5 b1 — 3858 e LU
N B Vi S [ 1) s R 2% A2 R 7 v () gk — 20 SRR B, ST AR SUE NS B . B
— TR I SEHE T ST, — AN JRUE BRI 4 AL — N 4 B DU N B v 1
o a0, vT DR B e e 0 e A A N- 20T B e (NHS) 2 [ 3 322 ) il i 1%
NHS A IEHAE 5+ b RIS b NI B B A B B PR 5 Sk e W R L A 1 7+, ‘B Re S
—4r ERBREEREE A (9] il B R B R BT A RGN ) RO, TE S8 A
.

[o058]  TTT1. MEIA

[0059]  AN&UIEEEE AN R IAR B, BT A FF 87715 Be i F R B A e Lk in B0
FER R B B Re SR AT A 20 Ao T 1 A PR A 2k i BHAG BE h HEIA BT AR 2 G4, B HLAA
M, FUAR — B G, AHAS REUA A A 0 AR R BH 198 L BR il o B AR BAR AR S W23t
& - AW, AR EEM S+ (Bl 7) MEEr R bs ey (Blansa s %
FeARICH) - RS R R G B A B, Blingk v et A ) R AGYHE% EIT 8
T AR BRG]

[o060]  [AItL, — 771, AFF T — R R A ER 2 P4 IR E W T7% o 1% T 1A AR
TR 50 5 A I ks e L A (BN ) RIS — 4+ (g ) [BL, T2 i BE AL I 55

10
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— T HSSLAEBE R B I R A A AR B DA R (R ) TR
S N AT . ZIREE LI S — 7R S n] LS A REEE R (B GIABIE R
ORI IZ LA ) 5 = IR, TR A AE— AR SEitE 7 h, 5B — 0 5iE
BRI SONAE pH L 4 B2 7 I6AF T AT . R B R BRSZiE 7 b, B IR B 157
Al LR T PEG RBE R B 4257, 2 B Re R Bt kim B 1277, BU2E T PEG 9 2 B BeBt /i in
B

[0061]  7E 5% —SLi 7 &9, AT H T RE S oS i ic ) . a8
BARRSLi 7y 9, 7k nl H TR AR 2 E — - FEEs A —aF L. fEhss
it 77 G RS A Se A A A T R DA I Ak B e ) R L () R S o AE — TR B Y
S 7 G, BRI SR — ] DO E A L Fe XK PUAE  Fe e 5 A B AL b i 2
T IR B 2 7 S LRI B, 1% Fe— e S PR A B AL B4k vl DA B B B 12 2 A 1
AR I AR TE A R

[0062]  7E 5 —J7 [, $fit 1 & B RE KB BRRE e e ) S H i 46001, Qe T ) 5 RioE
RN BAR B S R TR . B —T7 T F BT A F RIS & R AW . AEX —TJ7 1,
AT T R, Horb S Br A BRI DG T #E4T Pr o I i 28 RS W B 7 VAR T
o T TR BT ARSI DA S BRI BT

[0063] A B J LA S8 7 =X -

[o064] 1. —FhEEM, HAE .

[o065] A,

[oo66] ARG IUARICAD, HoAL 5, FTiR B A0 55 HH NHS-PEG— >Rt W i 42 7] 51 A B Frik
Pl HH ) R Jr B T, B AN RSN 45 A Pk g ) 2,

[0067] 25 Ak JHFE 1 152 3% 422 71, A A It PR 0 2 920 42 R A 2 67 T I ik 26 A A o e Rk T 2
) ) — AN B 2 AN i 422 i -, L Hp B o 9 P o 42 0 | S 0 T R R (MBH) L B E T Bk
R ELPE (MBCH) 3% 2 2. B & AL # 2E T WEJF (MAMBH) B A% OBt 2 2 57 28 T Bk JifE (THMBH) |
N, N” = (6- Jiff3E —6- S OV —1, 5— 9L ) 0 (- FIL 2 WM ) (BTAL) XA L BE & S BE
iz (BTHL) N-(1, 5= JFHE -1, 5 40Uk —2- 0k ) -2- SR 4Btk (TAGD) (IRAR Ol
RIS AR Wk (THGD) , PEG JE M Bk im B 4271 2 B Relt F IR B4 42557 . PEG JE 2 H Rk
P PR T R 32 422 7] 5 TR 045 IO Y H0 P I 42 791 A L S 5, A BB 7 I 32 42 79 1) I e 1]
SHRR AL Fe a2 &5 &, IF HLBUIRR BE 557 2 — IO B B 2 (A1 28 i H ok
BV e A 2 — S AT R AR e 3 45 o

[oo68] 2. 55 1 WML G, Horh b B B e A 5 PEG JE A B U BR B3 1257 o

[oo60] 3. 5% 2 WUMIZR &4, o Jiridk PRG J: ) BRI 9 3 12 77 A0 3% S 2k —dPEG- M4
o

[0070] 4. 55 1 BUKIZR AW, o Bl ik B F A e 42 7006 35 MBH B MBCH..

[0071] 5. 55 1 JUKIZR A4, T v Jfr bt Al sk 1 ok R Al BB e A PL 0 6

[0072] 6. &5 5 WUMIZR G4, Hovh v idk Bl A Tl PE AR IR A

[0073] 7. %5 6 JUMIZR A, H v v SR 1t PR I 0 2% S IR R B 1 TR PR 1 o

[0074] 8. &5 1 BN EY), b prid Uik QR FTE US4

[0075] 9. &5 1 BUMZR Y, Hh rid iR BRIt IuiE.

11
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[0076]  10. —Ff A TR U 20 i B2 S v SR ) 43 F 1O T v, AL HE

[0077] ¥ Pk gn B sk 20 236E S 5 4 A Wi, Irid R A5 Mas -

[o078]  Fifk,

[0079] ARG IUARICAD, HoAL 7, FTiR B A0 5 B NHS-PEG— ) >Rt W i 42 77 51 A B Frik
Al R B R i B T, RN RIS 4 Pk B 1 20,

[0080] 25 ™ Pk JHR T8 o o 22 511), o A IS A I o e A 5 67 T I I R AR B B A 2
[B) () — N B 2 AN 322 5, e wp i o IS A B e R 0k B SR T B (MBHD L S T B
R (MBCH) « 3% 28 2. Bt & L 50 2E T WEF (MAMBH) L A% CLBE & 2L 50 2L T BE#E (THMBH) |
N, N7 = (6- JifF2E -6 OVt -1, 65— 0% ) = (- $RAE Wil ) (BTAL) U AR O Bt 2 S Bt
FEREIR (BTHL) N-(1, 65— R -1, 65— 250K —2- 2 ) —2- S A BERE (TAGD) JERA LBk
AHB AR (THGD) , PEG HERIM Bbin B 27 2 B Relt R B4 4257 PEG L2 H R
VA A 32 22 ) 5 A A4 W e 9 P s T 50 S FL 2L, i TR IR T 32 2 591 1) B s [
SHE A IR Fe 32 e &5 4, I HLBEIHIR BE 5257 2 — IO AR B 2 A1 28 Hh ok
B e A 2 — 5 AT AR I A 4 A

[oos1] DA

[0082] M FTIRZE A4 A BIE  , HoAa7n A0 M B2 23 it B BB 1) 4 BIAEAE
[0083]  11. 2 10 T J7v%, Horp iR iR BEIE ) 605 PEG B: (1) Bk AR B 422 77 o

[0084] 12, 55 11 W7V, Horp BT i PEG J: ) I R A B i 422 7 A0 75 3 L —dPEG— B R4
o

[0085]  13. &% 10 T[54, Forh BT il B B % 422 55140, & MBH B MBCH.

[0086]  14. &5 10 TR 5%, Horp B ad i A2 Bl e ik i g CHURR 1 284k Vil

[0087]  15. &5 14 TR 5%, Forp BT il g P Tk 1 I A0 75 28 A O Tl M R R

[o088]  16. 25 15 TR 5%, Horb Irad B e <2 BRI AR 1 UL i o

[0089]  17. 35 10 TR %, Horp ik ARG fu PR Sk

[0090]  18. &% 10 TRk, Hrp priddiis s duhiis k.

[0091]  IV. & fittid

[0092]  A. P JHFRAR B 3% 422 711) (1) ) 2%

[0093]  ERARAE I HF B il 24 28 6 W0 1 T3 ¥ v mT DAASE P A AT I Aot B2 32 22 571, AHL7E — T
S 7 G T BE IR B 422 ) AT DGR B AR A B S AL R ER R ER BRI A R R R Ty
L RMNRIER, % L n = 1.2 8% 3, R4& H, —CONHNH ,B¢ —~CO-A—CONHNH ,, i A f&—A
A 1-100 MR T AN LR, B g — a2 AN R R R (B0 0. N3 S) , IR R]
B an—N B AN ek R | bE AU IR R L B TR R A L U TR ER SR / Bl R Y
2o 75T BAKISLHE T R, A &— A 1-10 MNE R IE (—CH-) Fil/ B 1-24 ANE 24 3
(—CH,~CH,~0—) ZH Ry AN A 75 S N BAR B SEE 77 22, A s — AN 1-6 AN AR B 4-12
AN L HEE B AN

[0094]

12
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O

5 7 O
i ‘ ¥ HNTRHERy e R‘?’"'HN‘NJ\/ {CHa)y—SH
H

{H2C')}n' S

FE 1

[0005]  RIHI T T (R TV o A 25 205 AR5 11 T R I 32 42 7R3 I A2 LT I 10 7 56 2
Ferle AEZTTRSN, 73— 1-100 M 510 4 3 B, iz = A 2L ] DA A el
AZJET (14 03 N B S) [a)Wr, JF Al gl it — AN B AN Fa ik | e Sl e Ak PR, | 3R T
MR M\ 2 BRI/ BRUIG R BUAR, A SE AR SE T S, 7 72— AN 0-10 ANIE P 2
(=CHy=) A1/ B 1-24 MR LM (-CH-CH,—0-) e FIAL &) — i 2 o 8 5 9 BAK K SE 7
F, 7N 1-6 NS EL 4-12 AN O A ) A 2. Ryj& H, —CONHNH,
5%, ~CO-A—-CONHNH,, He ot A &7 1-100 Mg b1 2 B, el L — AN B AN I8 A
T (4 0N B S) [E]1r, IF r] A dn— DB AN e bk  F bk e da ik Bk R L b 2 T
BRI L RIR AT / B AR

[0096]
" 5 §
HO 25" N~

AT e A3 4G SR BR R

HQN“‘“"“““NHRQ

[0097]  f7E—2EsCyiti /7 &, AT T A A FF I 75 T PEG 1Mt IR B 7 d 4 R 7 38
3R, AE7 R 3 d,m = 2 & 50 ;Ry/& H, ~CONHNH , 5% —~CO-A—CONHNH ,,, 1 A &—A>
A 1100 Mg JEF 1 A2 H, e nl g — A B 2 N R T (B0 0N B S) (A7, 37T DA%
Ban— AN L e 2 R L e A W R L K TR A AR IR SR AT/ B SE EUAR
X AN Y o7 M — AN I 1-20 ANRIRF I AL . 7650 BARsLiE i, A & —4

13
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B 1-10 MEFRE (-CH-) F1/ 8% 1-24 MR LM (-CH-CH,-0-) &R ZH Ry — A 2. 7EE
NEARKISZHE T S, A R 1-6 AR FBE 4-12 ANE LR FI AR M FE . XAy
T AT DA — AN B AN RIE T (B0 0, NBES) EIWT, IR R — AN TR 2 A R
B B N R B N B 7 N W 1 L 9 (8 3V R AV (Rl = R EN T i e S e
XA Y JRAT o — NS — (CHy) ,— Hop p = 1 & 30 7RISR H 5 (9B . — P fie ]
DAAE Re 4 R 5 SR 3R A 2B (W AB B0 S L AT ART B A6 — WP i o 368 e A — TP Jie 1) S 491 0, i
DCC(N, N’ = ¥R Rtk — Wik ) A0 DIC(N, N’ — — A3k mib — Wk ) o 76 N Eitie i —
T TAESCHE 77 %+, {3 /] DCC SETLAR k.

[0098]

Q

™~ {/ 0\/%\ )K T Ht

Q.

P RIS B

&
9] )
A ,Jl\\\ «l/{L\\\wf’/’%}‘“ ‘,-3,.
"( TN dwveet
HN-—--NHRy

o
0
...... ~ ecoo )— /;k /{/G\/}\ SH
RHNHN WL T mv/

FE 3

[0099]  7EH-BISLE T &, 1AL TR TRr AL N 2 B GBI B E 7. T
774 4a4b de AT 4d Ui BH 1 43 il A i P DE 2R L B IR A U B N iy 22 2 PR ) 4% 22 e
BRI . FEH % 4a4bde Al 4d 1, D 2 —A 1-100 NIRRT A H, ©
A DA — AN EE AN (B0 0N BCS) [, 77T DL 9 i — AN B AN e ik L R kL e
H W R xR TR RS A TR/ BRI EUA o AE T BAR R SERE T L, D A
FH 1-10 MR EE (-CH,-) F /8% 1-24 MR L (—CH-CH,-0-) FEF i) — A H . 72
HNEARRISERETT R, DR 1-6 AN DK 4-12 ANE LM 5E FI A R A L7 . A,
7E75 % 4a.4b.4c 1 4d 1, R, 42 H.—CONHNH ,8%, —CO-A—CONHNH ,, Horpt A & —AN 1-100 ANk
JE B A SR B AT DA AN B AN R R (30 04 N BS) TA]T, AT DA A an— A Bk
AL TR T R R | b B R L S IR AN/ BRI R R . T LA
SEWET R, A AN 1-10 MR (—CH-) F1/ B 1-24 MR Z)E (—CH-CH,~0-) L[]
R I . AEF N HEARSLIE T R, A S H 1-6 AN SEEE 4-12 M 2053 4
AR AR A

[0100]

14
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DS, TEA
DOM, DMF

DCe, TEA
DOM, DMFE

[0101]

15
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: 9]
L8 D o - o .. .
g + TN NHS Np— R PR N . 5 . HL.J
Cg\do s \g; owE o \g tj}?’ N X 7 H
OH

% Ad

[o102]  7E e HAASEEJr s&th, ot 7] ll T AT A JFRI AR 2T PEG 192 B BEBtE R
BEIEF A 77 % babb M be 7RI T B8 F ORI X B R e A K S T o AEIX 2
Jygt, p = 2 & 50, Ry/& H. —CONHNH ,B{ ~CO-A-CONHNH ,, Hih A J2—ANE 1-100 Mg JR1
K AR e n DA — A B AR (B0 04 NBLS) [RJB, JF A Bl an— AN B2 A
BEds R BT AU R R R IR B L IR R/ B AR . A T AR S
HEd, A E—ANE 1-10 AN (-CH,o) R/ BE1-24 ANMAZH (-CH-CH,-0-) 3 4L A
) A RSN BARRISE T S, A R 1-6 AR ER 4-12 MR L0 5L BT AL R
TR RATRLE Ho B — AR I

[0103]

16
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He Proty

-OH g = | j}\
: ; i o : . i P Al *
HaN:‘E\OH * prot, HO ti«%ta Prot™ N Prots

o B 'Pm@

o L BEMLe gqf\/G}fsi
v \g(

P

o

E {'\”’O%)/\s’ﬁ\ 1) @Ll{;\ i

i

Sk 7 s - ; v -
~ <\/\‘ij Y o RN, B

[0104]
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Neen :
[N Y
~ . on X~ 3 53 Pro{a O p O
1+ 2 L RIS R HN P
> }_ & s
O ,\... . g HN "N
Pyd
\}'N» N (8}
p NN '
R
G\fa.
N‘k!\g
o N0 /‘/(\“/N‘(/\‘O S
§ ReHNT -0
SN NN P
1 i \:\7 Xs BN P
133 j}?];-‘,\ N"’:’ NN. HS =y
Y - - e BN,
2) J¥] RgNHNH, B f% (2"\)‘ g " ’)7:
% NN {
g
i
HS
7% 5b

[0105]
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. v Milsunobu V7
oy ———
PO

Py

b

% | RsHN-z§ .
_ jL ] RN, BHEE

%
SH

% 5S¢
[0106]  B. Fe— R PEHUE S A il %
[0107]  7F—TRSLE T &, & B AR B 244 1O 28 A A0 — Bh R U AR A T A bR 12 42)
MRS G . AR HAR K SEE T 2, 2R A V) A — B TR R RS I FRIC A B
Fe R G, £ ABARNEIE T B, 2K SV BFEIURREE () anm ek R 5 )
(%) Fe— R Mg G 775 6 s BlUi I 1 1 B B B e B R A Fe— i e P 07 20 21— Fhit
& BRI

[0108]

AT

|

B 69 BUR 16/ 3 A LR A b s

[0100]  FEJT % 6, BAREIEALIT Fe B2 MR AL ri e S PR UL, 7E 2B LY Fe
AR RIS T N B AN AL o 2T B i -5 O I 32 150 A A B I B S 12 79 1
TrEs i B A LA T (AR B TR ERIEA ) OB ERXFERIAIET,

19
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EEF B2 B 5 JUAR Y Fe i 3AERE, B M BB R B AR EA R (BlnA A
Sy i R o ) » A OREE T R TR -5 BAT SR AR PR R 156 — 5, il
A B B PR P A TR AR 1, BEAT IORL o e B i i LAl 2 — 20 5 AT B3 J5) e i
GEJFEPERRALE AL B) , B RCE AR E (s o BREF AL DUA S AT BRER I PR (41 S
REBEE AL ) (Al Fr AR C Y0 AR I e R Bl i IAE T %6 7

[0110]

R EEAE — TR

- 0, &8 TR
%}(N*N'H_

—

FET
[0111] V. SCjEfsl
[o112] &AL (92T AR S 7 58 1 = PR il PR S i 461 DA 13— 20 U B A R B G L i
75T
[0113]  SZjlafs] 1- SR T et (MBH) B4Rk
[0114]  FE—TEAK TAESEHE 7 b, $2 /875 8 M v — B AR T Po B 1] 2 I IR ms B i 12
o
[0115]

[o116]  HA&Hi, E?#?#Tm—m%#m/ﬁi (2 43m1,50mmol) SN v - BRACT W
Bg (0.43mI,5mmol) o 4 /NN JE IR R 25 2 R EINE. ALY PR gk (S10,, 1: 19MeOH/
MeCN) Zift, 19 BT AR B bR, 7% :599mg (89% ) :

[0117]  'H NMR(250MHz, CDCI,) 8 7. 56 (s, 1H) , 3. 89 (s, 2H) , 2. 56-2. 47 (g, ] = 6. 9Hz, 2H) ,
2.28-2.22(t,] = 7.0Hz, 2H), 1.94-1. 83 (p, ] = 7. 0Hz, 2H) , 1. 35-1. 29 (t, ] = 8. OHz, 1H) ;
“C NMR(62. 9MHz, CDCI,) § 173.02,32. 38,29. 16, 23. 94 ;ESI-HRMS m/z135. 05955 (M+H',
C,H; N,0S T+ AH 135. 05921).

[o118]  sEjififsl] 2- 3L T BE-REHE (MBCH) 4 %

[0119] 7B 7 —ANEARM TAESLHE T b, oy — AT WERHZ BT & 9 il % R L BR B

20
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BRI
[0120]
: o (8]
timoracy,  HNTTON
{8 h, 70% &)
FE9

[o121]  E ki, K v - AT B (0. 43ml, 5mmol) fEZME (5ml) HHkE, 28 51248 i
R T (2. 25g, 25mmol) FEEEF/K (Gml) AR« B IRBIEEYILE 40°CHEFE 18 7
INf, SR G R4 « P 38243 205 C IR L1, 2 PUE E T (S10,, 1:19MeCN/MeOH) #ii
W, BB A B EAE ). 773 672mg (T0% ) -

[0122] 'H NMR(250MHz, D,0) § 2.62-2.56 (t, J = 7. 1Hz, 2H) ,2.47-2. 41 (t, J = 7. 4Hz,
2H) , 1. 98-1. 87 (m, 2H) ;"°C NMR(62. 9MHz, D,0) & 179. 14, 163. 94, 34. 86, 31. 74,25. 91 ;
ESI-HRMS m/z215. 05818 (M+Na', C,H,,N,Na0,S T4} 215. 25787).

[0123]  sEjafs] 3— Ak —dPEG,— B K6 Ak

[0124] 75 —WUHAR ) TARSEHE 7 22, M4E 77 42 10 il &5 T PEG B Iitam B 255,

4355 5 -dPEG Bt .

[0125]
g ,
a o A 0ee, TER }K/\
L O+ HoN :
Hﬁj\f\ewﬁwgmﬁws)&\ & CI;’Q ’?Mt; é: 1} o, 0‘/\"0\/\3 A
el @

ér fk/\o/\,o\f\o/\ A )’\ ¥ HN-NH, WM HZN*NL‘ONQWOM\/«SH
%Bh 59%

FE 10

[0126]  [A] FE 7K fiff (1omI) w1248 fin A Z, B 2 ~S-dPEG,"-NHS E§ (Quanta Biodesign,
PowelI, OH ;580mg, 1. 38mmol) , FEFREEIL FE T #iHf 18 /NI o 4 S NEVR A W09 s e 4 , 15 21K
P HEEEHTIE (S10,,199: IMeCN/AcOH) AR AHPIR . 7% :240mg (59% ) :
[0127] 'H NMR(250MHz, CDCI,) 8 8.04 (s, LH),3. 88 (s, 2H),3. 68-3. 52 (m, 17H),
2.65-2.60(t, ] = 6.3Hz,2H),2.43-2.39(t, J] = 5.8Hz,2H) ;"°C NMR(62. 9MHz, CDCI,)
§171.94,72.74,70.52,70. 49,70. 38,70. 15,70. 09, 66. 72, 35. 17, 24. 12 ;ESI-HRMS m/
2319. 13073 (M+Na', C,,H,,N,Na0,S T+ 548 319. 13036).

[0128]  —Ff 2.t 3, —S—dPEG,™-NHS EE 2% 7] i Quanta Biodesign (Powell,OH) #3317
it o Y, $FE —dPEG— M JIfF B AT 1657 28 H,;N-NH-CO- (CH,~CH,~0) ,~CH,~CH,~SH, 1 t = 2-50.
[0129]  SEjfEfs] 4-1gG AR ML BB 19 5% & W 1K) A Ak

[0130]  —fift Fe— Fr R BRAE AL I S e BR BT L T 6 11 il %o
[0131]
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/{\\M\/s;.; NaBH,CHN (HN -*NH N
"y

pH=850

-SH

FE 11
[0132]  EARMLUL, ] 2 va FEHUA W (1. 5mI, 3. Omg/mD) JOA SHLEREH (0. 5mI, IOmg/
ml 2B IKIE ) , [ SR Sh B 2K 11, TaMe 5 SOBEVRE By 2 /N, SR vt —
PD-10 i 54 (0. 1M NaOAc, ImM EDTA, pH=5. 0) , [ % 2 43 i) = i s 46 LMBXJ‘?WZMOOO
R BE R I & I\ B IR B %42 57). (MBH, AMBH, MBCH B3 28 —dPEG,— Bkt ) » B 5 I F 244
ZAEN (3. 14mg, 50 wmol) , ¥ R BLVR A W EE 5 18 /NI, SR J5 k4 2 st A8 AR ImT o A RST
HEBRJZHr (Superdex 200 ;0. IM NaOAc, pH = 5. 0) 12| 2ELIBREE (LK. BREZZE H
2R A Bl Iman vAZ 2% (412 W, Hermanson,“Biocon jugate Techniques” Academic
Press,San Diego, 1996, ISBN 0-12-342336-8, iZ LRI AR AENZE ), —  HAEEE
AR A1 3-5 NMIREESE ]
[0133] Wb B a5 51 N B Sy 3R ER 1) Fe X I8 f 1 2 1) I B B B e 7E iR AT ()
P& 1 pH, 4140 pH 4-6, 41 pH it 5 WI6F T REAT o AR EZHIR ML, 1R Al BEAE X RE )
TER pH T % 2 R T AU R 1 BT A T R o H s AL RIS, B EER AT (pKa 2904 4) B2
BT, CREF SR, DRIE R 1 T e M It ] 1) () OB o DR R A FR IR
A1 pH S5 AL T R I OB AS B itk (AR B DA p PR IE A7 AE ), AT AS
Be 5 S Bk 8 O B9 SRR AR DL S i g 20U N, I DA S REAR MG, iy HLAS K 2l
IEIRE AN . 74h, B TR B IR E TR T3 — P R BIE RS .

[0134]  #ZHRTT SR 12 WG BR B TR 1) 5 R 0 e 2 12 51 N BB P ol PRI L o
[0135]

[0136]  HAKMuUE, PAE A Tris B0 PR S oh R A IE X032 i B M BE R B (Biozyme, San
Diego, CA) Vit — K PD-10 A3, DAE4G AP 22 #r BRI P22 o (0. IM BEBR AN, 0. 1M 51k
B ImM SALBE, 0. ImM AL B, pH = 7.5) o R 1A Bl P 0% R I 4 W (0. 8mI, 17. bmg/
ml) TN 100 f%id & [ NES-dPEG,,~MAL (Quanta Biodesign, Powell, OH) , ¥ [ MRS
Feks 1 /ANef o RSTHEBRJEMT (Superdex 200 ;0. IM Tris, ImM Mgcl,, 0. ImM ZnCI,, pH =
7.5) FEAEAAL I I B A BB R BRI . ke e R M H N R () ELIman 43 AfriZ:
( WL, %, Hermanson, “Bioconjugate Technigues”, Academic Press, San Diego, 1996,
ISBNO-12-342336-8, Z BRI AARHIEIE NS H ) WiE, TR IVERE BRI 5]\ 17-25
22
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AN By SR By IV Jie 2 ]

[0137]  BREEALHY Ab RIEVE AP (B & 28 G RE AL 7 LA pH R 3EAT , XK Sk AF 15 B
gt Ab ERIREE (ERLRIN pH T & SRR AL S S IR B AL A A )
ARG\ F ol P B8 PR I v () I 3 P 0 ol BV foe 2k P e L, PRI R 0. R AT 56
13 Ui B T AREE AL Ab RBREEIE T AP &85 .

[0138]

MAL

FE 13
[0139]  EL A, 2l fb 1 -5 >R Bt P e Sl ok e 1 -5 AL PR IR B AL oA DA 12 1 B R Lk
TRA, el 18 /NI o RSFHERENTIE (Superdex 200 50. IM Tris, ImM MgCl,, 0. 1mM ZnCl,,
pH = 7.5) {32 A, K6 ] 101 FBE Y Stabilzyme™ AP g — FEE MR (Sur
Modics, Eden Prairie, MN) RS A= 0. 0087, % 5 [ B 5L i 6] 0 B i £E2H 2R E o3 Hr o
BT B 88 A A 2SS AE I 2H 23 1 B MCRAT I i S € R S, i T ) S e o ol
7No
[0140]  $%HRIX—FR)F & R Ab-AP AW A H =48 270kDa [ 1:1 AW . A
B RS ZA TR (b =E5 R 1g6, th=Edu e TG A4t -DNP fiudg ) , 15 %
Rk, 45 E1S 2 R Z AT SR ALY ({4 & 145kDa) H &,
RAEA I R 2 I LAE 18
[0141]  SZJEf 5- bk AR L) « BT
[0142] 7 b St 9 v, PP 4 RS 6] 4 16 20 SR A MBH 1] #& (1) Ab—AP 85 W1 Jii Ao 2%
A5 (ISH) BRI6  AOR I R B3 . infie T 5 BB o4 B BenchMark™ B 846 3804 e 4%
(Ventana Medical Systems, Inc., Tucson, AZ) FCASHIbRAE ISH L. ZHNMLI BT &R
e -
[0143] B3R A b A i A0 A8 ) e Bk AR LU BUAE 75°Cndk 4 o8, F BZPrep™ AR 1 15 51
(Ventana Medical Systems, Inc., Tucson, AZ) 7E 75°C T 4 o405, thEe#E A, 5 Liquid
Coverslip™—#ZINAN EZPrep ™AFIA I LMELE 76 CREALGME 4 8. MEINBAA S D

23
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b PAE A EZPrep. SRIEHFHTAE 90°C Nt 4 434, mhid, SRIEVR 1% 37°C. I ISH- &1
Bt 1 (100 1k T,Ventana Medical Systems, Inc.,Tucson,AZ),i188 2 %%, e, MG IR
HEFRILH « ZERIRE (100w T, Hf,\IF()R]\,{[® Kappa, Ventana Medical Systems, Inc.,
Tucson, AZ) » R E 4 /NEFE, K A 78 85 CIndt 12 73-4f, RJGHH 2 47°C, HiRF 64 77
b BT R 4 R RGN BRI RO EE — Pk (100 » 1, Ventana Medical Systems,
Inc. , Tucson, AZ) , K HIR H 20 8 fa it 2 Ik X BUE A IMASE — ik (HT#—
G ), B N TINAECE W BLEs B30I Ab-AP &5, TR 3G 8, A
T PR (100 1 T, Ventana Medical Systems, Inc., Tucson, AZ), {5 & 8 74, SR
BT INEE 2 IR TERRME I, — BB AP-Ab 254 QL EPURBIRPTR 186 ZE5W, Hln4
T B S i ;100 w 1) MEMBIE A b, VR ARG 16 28 EPEe 2 k.
iView™ Blue Enhance 383557 (100 1 T, Ventana Medical Systems, Inc., Tucson, AZ) , B
JEIEE 4 5%, N iView" Blue NBT(100 1 I, Ventana Medical Systems, Inc., Tucson,
AZ) F1iView" Blue BCIP(100 1 I,Ventana Medical Systems, Inc. ,Tucson,AZ) . BCIP J&
TP BRI 1) A, ‘& P AR AN IR TE / SR , NBT 3% 5% BCTP FIB (1. SR 51 8 A 15
32 P, PR 2 W IRNAT S5 NFR (100 1 T, Ventana Medical Systems, Inc. , Tucson,
AZ) o FEFIRTGLNRE 6 8t a , B st B, AMES EEBCT o s Bt RIBE, 285 H
LB TREAA IR RFINK . 7EBA B Lmsi b, R B FH A . B 24
77 2 & — A« BREFALIR B 56 R

[0144] N T I, — NS H 1 AR S0 5 SR UR AP SR G 8, 0T o 4R IR I 4
H SA-AP 885 (2 BRAEFE A AR B S Zduik, b6 a2 iy 850 5%, o H
SN ZACKIPT ~186 FUARACE T HEIN Ab-AP 59, SRS NN SA-AP ZE5H) ) . W
L BIPUER SA-AP AW 2 B 34k TSH Zutaygirh B TR0 T ARAE, 7264 &
Ab—AP Z-EWRAE X RE T AR S RAE A« i H HRAE AT SA-AP A Il i AL 77 il 48 17— A
AN« BREFALFR RN R R . Rz FINEE A, S B3 B DA 40 R TEOR M 8% 1%
O I

[o145] W& 1 &—ZL B, AT LR 1 Ak — PR B 4 & A SA-AP 45 1)
T BB ZHZIPT (1)« TSH A AN 22 I/ pr 2L ) e A e e . 71 1A WP oR T8 A
PR AT TR A, AR A PRIy 21 « Bt & 1B ZRHIZE G
AEFR )G RRE T o ] 1C SRR AT SA-AP (1) x (4%, ] 1D MR IR [A)— 8 i 1) 700 e
1A AT 1C 1 B o A AR S 5 (B R AU 194 30 3R ) 13 BTG R 410,
& 1B A 1D () U BGIESE, FUE S WITE TS S . X Less UL 1 T ik &
ARAFAAT AR AN 7 SR AR

[0146]  SEJEf 6- bk iRZLZIA N BER I

[0147]  fEHISZHEf] 5 RHROA R BB (AR ab 2, A ZOC R R L BRI
BERATT N S5 510 s INFORM® Lamdba, Ventana Medical Systems, Inc., Tucson,
AZ 3 FL ISH 85 BT 4 /T ) , 052 FE SRR R B AL 4301000 A 1 Ab-AP 48 401
BE. 1% Ab-AP &G HI RN A 88 — Juik o D 8%, I anseititil 4 b vk B MBH il 4. A
TEREE, Af I SERES 4 TR TR SA-AP ZR-A AN T Rl 4 — NS IRE A .
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[0148] ZEHIRTF 2 b HARHUE, B 24 F1 2B 43 HilF s B INEoA I (Gt ) A 45
M IRIREN 0 Ab-AP 285BI e . & 2C A1 2D 23 HIZoR B InsA I (st ig )
A IREFH SA-AP ARGt 2. 18] 24 T 2C I ELE R B, H Ab-AP A3 R
et B 2 /D5 H SA-AP A MIAE BRI IR G, R0 T Ab-AP BT R 7320 T — AN 1
AP, B 2B A1 2D LB R I, 8 ] Ab-AP ZX SRS Ry th 95152 ( RSBkt
FERAERH ) o [RIRE, 31X e & SUUE SR AT BT AFF 1) Ab-AP Z8-5- PR & BIRE S0A FIHh R 55 -
[0149]  SZjfafs] 7- i ZH44rR CMV (A I

[0150] A1 FH SEiE M 5 oF Tk (1) B Bh e thid (AR 2 ALAE-T8 FH 158 6 R bR ic Az IR IR
JE X OMV R VR s INFORM® CMV, Ventana Medical System, Inc., Tucson, AZ ;3 H. ISH
BRI AR E 4 2%, JI5E Ab-AP &% T It 23 OV A PERE . 13 % Ab-AP
LAV A B iRy P B, 9 Banse i) 4 oh ik, B MBH fil & T ERER, {8 2
T 4 TR ) SA-AP AR INTT E il — NS IRINE A .

[0151]  Z5FRTH 3 v, BARKLUL, I 3A FRORAT Ab-AP RAWITEZIRENFAE T3 BI04
%, I 3B RORIETCIRENFAE T ] Ab-AP A3 B e ta - 2, I 3C FRAEIRENFAE
N H SA-AP AR R Gt S, B 3D FRIONECIREAEAE N H SA-AP AR RI G
K%, & 3A A 3C I ELELR B, F Ab—-AP 85t LL H SA-AP AR B e th T T5 22,
FEHBREEDHE (RE DN BER) . Boh, BT Ab-AP Jefafk, IR Qe taiiEk. B
&1 3B 1 3D [ ELBc s B AR AT W] Ab—AP BRSBTS B 55 .

[0152]  sEjfafs] 8— BRZHZH EBER (46 I

[0153]  AfFHSZifs] 5 Hh Bk i H sh G thid: (AN A ATET, Bt I 2 bR e i R AR BT &
1 EBER 47 514 [NFOR]\/[@‘ EBER, Ventana Medical System, Inc., Tucson, AZ ;3 H TSH
BAR L #HRE 4 2%F) WE Ab-AP BAVIR, BA 5 —puiky P8R, IF Hog wseia s 4
BT A I MBH i %o AT EbBse, B SERER] 4 BTk i SA-AP 28-S ke 7 & 4 — AN
HRA T

[0154]  Z55URT K 4. HARMHUEL, B 44 RORTERENFAE T Ab-AP 513 B 4L (1
K%, & 4B Fon1E B A RIS L N A3 B Ab—AP 85 &R B et & 2R, 8] 4C FonTEIRET
TEAE R SA-AP 8-S B Y R 2R, K] 4D FRORAE B IR ET 150 I SA-AP 8 515
Bl gt . B 4A AT AC (I ELECR I, F] Ab-AP 8- AW th Lt AT SA-AP 485 W13 311K G
G, IF HRE /M E (RE DN 8P 5R) o 546, 5T Ab-AP 41, & st
55, LLELE 3B AT 3D HIRAR T L, Ab-AP XA RS SRS -

[o155]  sKjafs] 9- ZHEUm PhRE A Y HPV a0l

[0156]  EMbLSEHEMH, F A VPANT T ARYE S 4 1920 SR MBH 1l £ 1K) Ab—-AP AW HITE
e, DA E B AR T B A B R R U, DB REEE— D k> B TSH RN HPV 7251 it 75 4 20 B4
H o 45 RL0], n] LASI R B 75 20 SR B 2D, ATITE43 B A FF 1 Ab-AP 8 -E 1R &
TR P IREL B W D 4 AR I 8] 5 5] I BeAC S AR B — B B B 7

[0157]  NHEARTTE 14-16 FIHH R =Rl 77 202 P A sh s A sh i T . 725
Fhy g b, S Ak S in N 5 E D —FR 4 HPV A% 1R 2 51 S 454 10— Fh DNP FRiC FUA% R AR
Bt o IXELT7 R RUA K 5 40 B2 RGNS HPY RS & IR ET I AFAE D B

[0158]
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T W A
' U SRS — APBA e
ifiﬁ%

tanth-DNP ms antirh gtanttms
AHE

FE M

o anthb-DNP gt antib
ERA
F%K 15

th ant-DNP

o

F% 16
[0159]  7EJ7 % 14 1, —Fhfi DNP Juik e 5IRET 456 ARG MAPT —16 Jifk (F—§ 1
IR o AR Y PR IR AR RIPT —186 Buik. A SA-AP ZEW), © 5%
Y RNGUEL G, B I —F S AP EIEH A BRI T . 7R 16, ERLT
I HOP B, ARG RTIN B 5 AP S5 1T —TeG HU4E, A SA-AP 88 AW, 7275
%16 W, PN IG D BRI B 4, DNP R ERET B S AP 804 14T -DNP St il .
[0160]  FZRE %4 BenchMark® Azl et (Ventana Medical System, Inc., Tucson,
AZ) WObRAE TSH 77 R LL R FEFF, XF-F7E SCID /N S R ) I A K 10 2 Fh 4l e R
BEAT HPV Ao K 38 4 b R A i A K 20 SAE 75 °C A 4 3B, T BZP, A BRI
7 (Ventana Medical System, Inc., Tucson, AZ) 7£ 75°C kb3 2 ¥K, 4R J5 Jifi 0 & BZP..,"
A B 3 5 B9 Liquid CoversIip™(Ventana Medical System, Inc., Tucson, AZ) . 7E
T5°C N 4 A BhUE, PREEE A, NN BZP,, AR A5 70, 75 76 CoHe 4B 4 4 Bk i H
Liquid Coverslip ¥ 7P, & 1¥. 0\ 40 Jid 8 %5 ¥ ¥ Cell Conditioner#2 (Ventana
Medical Systems, Inc., Tucson,AZ) ¥ 3 F i M £ 90°C I8 & 8 4 #h. BE 5 H it
Jin Cell Conditionev#2, 7F£ 90 ‘C #H & 12 7 . H & M 2% #p ¥ (Ventana Medical
System, Inc., Tucson, AZ) M ¥EE . ¥ #1%2 37°C, N\ ISH- &£ & 3(100 v I, Ventana
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Medical System, Inc., Tucson,AZ). ¥&H 4 780G, B80T #lBE 3 I SRIE IR AZ 2 bf
W (iVew™ Plus HybReady™&Wi, 100 u 1, Ventana Medical Systems, Inc., Tucson AZ),

IH 4 7% N DNP A7 iC i) HPV AZ R #R &1 (HPY HR probe,200 1 I, Ventana Medical
Systems, Inc., Tucson AZ),BiJa7E 3T'CILE 4 724, 95°CiR H 12 704F,52°C T 124 7 4F.
SRR Pt 2 GIRRE 72°C, RFER—PBREEL 2 K RFRE TR EIE 37C, 1)
P BT AR BRIy 2 B B 12 3 Ml — UL E BhECE 3 3 Wb .

[o161] 78 — Fh 1 I, 0 7 & 14 b B 7n, JE i iView™ $iT -DNP (100 1 T, Ventana
Medical Systems, Inc., Tucson AZ) 3 —Piih, 5 & 20 72 8F. R G %8 A ke 2 Ik,
B m N iView"+Amp (100 1 T, Ventana Medical Systems, Inc., Tucson AZ) & — 31
ke HEZBAEWS A% RIF B . M iView +Biotin-Ig(100 1 I, Ventana
Medical Systems, Inc., Tucson AZ), B 5 i & 12 4 &, 0 A iView +SA-AP (100 1 I,
Ventana Medical Systems, Inc., Tucson AZ). JE# 5 dhie 3 ¥k, SR G N iView™+ 34
5857 (100w T, VMSD), #2 & I & 4 4780, I\ iView ™+ 3 38 75 (100 0 I, VMST), $% 4 i
F 44 &F, i N iView +NBT (100 1 T, Ventana Medical Systems, Inc., Tucson AZ) FlI
iView"+BCIP (100 1 I, Ventana Medical Systems, Inc., Tucson AZ) . B3R H 24 24f,
M 3 Y, I 277 NFR (100 1 T, Ventana Medical Systems, Inc., Tucson AZ) . £E%f
AR E 4 72805, Ry FErhgk 3 Uk, WAGE HEUH o RO R RIBE, AR e H B VA
BRAT R R IR, AEEh BN b5, 28 il 93 s g 20 A

[o162]  7E 5 — 1%, W75 % 16 o Fradk, I\ 470 DNP 28 — 5k (iView™+ 5T DNP 58 —
PR, 100 0 T, Ventana Medical Systems, Inc., Tucson AZ). BiZ%E—HAEEF 20 49,
IRIG MR 2 I BE T TN (PR BLE S LR p 3 A 3l ik ) 50k
T R B2 5 O P9 TeG Hidk (100w 1) o KA G 16 70, R G e 8 4 K. T
B ivView ™+ 3 35 7] (100 1 T, Ventana Medical Systems, Inc., Tucson AZ), i & 4 4
B, N N NBT AT BCIP PUAE & 5 (iView ™NBT FlI iView™+BCIT, 100 u I, Ventana Medical
Systems, Inc., Tucson AZ). % # A i & 24 %80, pPik 3 K, 0N X 4 55 NFR (100 1,
Ventana Medical System, Inc., Tucson AZ). fEFIXT AR T 4 9580 5, B a8 h vk 3 Ik,
MACES HEUH o SRS B B A, S8 05 FH B TRERAN — B 2R MK . n B35 B s, 48 A 3
Yy WASARAE 40 5O N AE B A

[0163]  7EX—1&TE, N7 % 16 thrid , % B FI RS MEBE R ISG St DNP 4854 (100 1 1)
R FEo A5 B 20 43 B, pi ik 2 Uk, SRS HE N iView™ 3 5 7] (100 1 T, Ventana
Medical Systems, Inc.,Tucson AZ). PG & 4 4%, RN iView™NBT (100 1 T,
Ventana Medical Systems, Inc., Tucson AZ) Fl iView "+BCIP (100 1 I, Ventana Medical
Systems, Inc., Tucson AZ) o SRJEHFBE IR A 24 708F, #hk 3 2k, IR G475 NFR (100 v T,
Ventana Medical Systems, Inc., Tucson AZ) . ZEFIXTYFIEE 4 2580 5, HHE5 Bt 3
P BAXER R EU . SRS B E A, SR JE FH B TR — F 2R RFUB K, I b5 v, H
W3 WA AE 40 RSO T WE B JFm .

[o164] & 5-7 BoR J AE =Rl A [RSRAL AN RS A AL 23 (¥ HPV Al 45 R £E ] 5A. 5B A
5C T, A R T 4% BT S8 14015 K1 16 A0 CaSKi SRR AEAN AL HPY [ gLt %R . 1
K 6A.6B A1 6C 1, 2 R T BT % 1415 A1 16 #00 HeLa SRR A 4L 234 HPY 1) 4
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tBEZE. B TAM 7B T, A Eos TR T % 14 8 15 Rl SiHa SR AE Y H 2 P
DUHPY (kR ) St %,
[0165] & 5A A1 5B FLLALR I, #2087 & 15 F S B B Yetaim [ LU 42 HE T & 14 B9 K, BT
7% 16 /b 2 4N 380 0% & 5C F2HH, HPV A I mT AR A 4 RE S 9] 4 i % 1) Ab—AP 285
YIAZY I m EiET R (7R 16) . K 6A F1 6B FJLLEWAESE, #2187 % 15 f s 21 i Gy
TR TR TR 14 15830, BR TR 15 G5 808D 24, K 6C KW, HPV
oz I AT DA A $ RS 6] 4 il 25 1 Ab—-AP SR A MA LY i m EE T (X 16) . B 7A #
7B [ LLEGR B, RS SR DU HPY B BRJT AR AT DA 77 £ 16 kel vzdaill . 8z, XL
25 QUIESE, FT AFFIY Fe e Ab—AP Z8-5-40) o7~ A BR 1) R B0, Je sk k2> 17 ks i 2H 24
RS HPY BB RS E (8 0] 1 Bt 775 14 f1 16 2 [A2 8R4 1998b, 7T LA
B ) BB e B R (a2 15% (M 6.5 /N2 5.5 /NKf ) o I 77 % 16 AT LA
SEPAERAE S TR i — b .
[0166]  ESRLE IS it 5 o H 38 1K) & — Fb DNP BRic 3R BT FIAFBR 2B (1K 344, {H A AT i 3
RN R HEER], 7] AR 2 e EoUR (Bt GFE s s w AR ) ks
AR P31, 3 B AT DS R R AS G EE A | 25 HAS [RGB B PRSI 2 M RAR £ DA sE
2 A I (A8 -5 R 5 25 R AS R 98 O I AN [R5 6 4 KR 8 I AN [R] A e
1) o Jhh, RSB EEARN AR 2, ARSI E Hh AT U5 il S A [ 962
Ak 5 A [F ) 0 H e A4 S HG B B mT A I A s 20 R0 R ke = A T A S 5 1 e T, ok
o I HE A EED
[0167] SRR 10— VRARIES] ) ) HPV 60
[o168] ¥ A L ol 77 HPV M 52 FH (¥ %% J5 4 /] ThinPrep® 2000System # /5 #1 % & 4
(Cytyc Corporation, MarIborough, MA) fill & . ¥ 11k [ 18 HI 445 1) 1 40 i B T FF B L 11
a2 MR ( ThinPrep® Preserv Cyt Solution, Cytyc Corporation,MarIborough, MA)
IR JE FAXER B TBAE R b
[0169] B F f& Bk 4% K Ventana BenchMarx™ X #% 10 & 5« ¥ W 44 3 1 7|
B AR 65 °C A 12 9 B, SR JE AE 75 °C F o 4 4 B, I B 22 P VR (Ventana
Medical Systems, Inc., Tuscon, AZ ;1.2ml) 7 75 'C #f ¥t 2 ¥k, %K J5 6 N0 W & =
F~ (Ventana Medical Systems, Inc.,Tucson AZ). % # & H 0.9ml pp ¥t 22 pp
W (Ventana Medical Systems, Inc., Tucson, AZ) ' ¥, FE )5 it 0 40 e I8 35 WK Cell
Conditioner#2 (Ventana Medical Systems, Inc., Tucson,AZ), ¥ #& F & # & 90 C,
BE 16 5% BE RN, WH 2 37°C, I\ ISH- & Al 3(100 1 1,
Ventana Medical Systems, Inc., Tucson, AZ). & 4 940 Ja, tPEcE A 3K, R )G it
B iView™+HybReady (100 u I, Ventana Medical Systems, Inc., Tucson, AZ), i & 4 4
F. N HPV HR #R41 (200 1 I, Ventana Medical Systems, Inc., Tucson, AZ),7E 37°Ci&
B 49 80,95°C 12 7308, 52°C 124 Z3%h. SRJEMBEEY 2 G IRME 72°C. R —
P KRR BT A E A 37°C, NN iView ' +Anti-DNP (100 w1, Ventana Medical
Systems, Inc., Tucson, AZ) .
[0170] X T-HrAERT SA-AP Al (4%RELL EJ7 % 14) B 58— PR & 20 28, 1 8 of
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Ye 2 VR, RGN iView "+Amp &5 — 34k (Ventana Medical Systems, Inc., Tucson, AZ,
100 D), BHAKIELE 8 2% Ja, thik, TN iView™ A& 16 A% 5 (Ventana
Medical System, Inc., Tucson, AZ,100p 1), M J5 & & 12 9 &0, M ¥, & J5, i A
iView"+SA-AP ZX 4 (Ventana Medical Systems, Inc., Tucson, AZ,100 1 1),JE & 8 44
J& » P SR R e 3 3 IR T Ab-AP 8 5 WE NS iR (FR UL BT R
15) , B — PRI & 20 5T, phEeEiq 2 G R E NN AP-TgG &A4) (100w 1) . B HIEF
8 B, S8 Ja F RSP E 3 IR T H Ab-AP ZRA W R AR IE I IRES , 5 54
HE 20 %, S5 RSS2 M e 807 3 IR
[0171] e A =M H, £ UL BB R E N iViewt 3 5857 (100 1 I, Ventana
Medical Systems, Inc., Tucson, AZ), Bf i ¥ # 4 4 %F, 0 N iView +NBT (100 1 I,
Ventana Medical Systems, Inc., Tucson, AZ) A1 iView+BCIP (100 1 I, Ventana Medical
Systems, Inc., Tucson,AZ) » SRJGFFHRFIRAE 24 2%F, ¥t 3 W, TN 257 NFR (100 1 T,
Ventana Medical Systems, Inc., Tucson, AZ) . HXTHFNET 4 95805, By 3 K,
EACES AU o B3 s A 3R, SR 5 B TRBRAD — R 2R IR K, B S Rl i 25
F s F B EE
[0172] & 8A A1 8B W LLELR IH, #2H8 7%= 156 ( VLKt 9) fif ¥ s2itits] 4 1208 A MBH
il & (%) Ab—AP Z8-54, 13 B W Gt LA BT 9 14 ( WLSRHEMH] 9) Y SA-AP A4S 21 Fr) G 58
JE K. &l 8B A 8C HYLIIESE, 42 /75 5 16 ( WLSLHEf) 9) 1 AT DNP Ab-AP S8 & W) ELHAG
W, F2HE 5 5% BT SR 14 A SA-AP AW RIHE ST . XL 45 FEIGIESE, %
B SEa 9] 4 (1) Fe 5751 Ab—AP Z8-5 M P F (1 i dar ) R B2, Bl D RO S 1015 5 I 5
(2 BREL MAER T 3 301k
[0173]  SEjf] 11— WUZHEI L3N E A A
[0174]  FF b SEHtEA] o, {58 #2 SEHtE 5] 4w Br ik B MBH 3% 42257 i1l %% 1) Ab—AP X &% 2
R (WEhEE ) #EAT R A2k ill, JF-5 SA-AP -5 MR PEREELEL
[0175] LA F 2 ¥4 [ Ventana BenchMark™ X #8 (072 /7 46 7 it ik 78 10 4 V80
£ 75 °C N 4 4 %f, B BZP,, ™A B 45 7 (Ventana Medical Systems, Inc., Tucson,
AZ) 1E 75°C AbH 2 ¥k, SR J5 HE N BZP,., A B %5 77 i A& 55 A+ (Ventana Medical
Systems, Inc., Tucson, AZ) . £ 76°C '~ 4 %0 5, thei i, 5WAE S A —#8 N Depar
ERFIE A7) (Ventana Medical Systems, Inc., Tucson, AZ), ¥2H 4, SR G4 A ¥
HE 42°C 2 4B, FEA BIBCAIRE 3T°Co IMNEE —Hifk (100 1 T, HTE)E A, Ventana
Medical System, Inc., Tucson, AZ), & A 78 37T°CIEE 16 4F. FEG MW 2 ¥k, N
N T R B 2% A B9 W £ HT MR (oo 1), 7E 37T°CILE 16 2 4F. B A bk 1 IX,
SR 5 TR ISE n ON 384 55 1 V-Red 38 551 71 (100 1 I, Ventana Medical Systems, Inc., Tucson,
AZ) F1 Enhance Naphthol (100 1 I, Ventana Medical Systems, Inc., Tucson, AZ), %%
WHAESTCHEST 4 9%, #% N Enhance Fast Red A(100 1 I, Ventana Medical
Systems, Inc., Tucson, AZ) , {& & 8 43 %¥, I\ A Enhance Fast Red B(100 11, Ventana
Medical Systems, Inc., Tucson,AZ), &JGia & 8 4. )5, i FHEFIbHE, SR G
2B TR ERRD — R OR K, B RIZE R A Fonas F s 285 B WaE %k -
[o176]  Z5HURT K 9. HAkHui, K 9A W], AT Ab—AP 485 S — AN 471 0 SR A
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T H SA-AP A AT 3D BRI (& 9B) o 31X S BLE YCUE ST A AR R PR Y
Fo— 7 e P40 A4 P (48 F47 DA A8 e 0 R A

[0177]  SZjfi] 12— HURIEEEFIK AR A 1 AR 4L

[0178]  FESESZHEHI R, M 7 BRI AR AT 2% AW R e iR YRR R . 218
SEHEAG] 4 17V AR AT & Bl A (5] ) B AR B e 1 0, i & T LM A, el e, R
X —PEG,— BE/FFIEHEM SR AT MEF (MBH) IEHRIAISR AT Mo~ P (MBCH) FE42 57 4 1
AW XS R, 5 i e 3R EE O R A 3 SR A T e R A TR 4
AW, A A 3 () o e 1 35 [ Ik sk 0 FR i NO. 60/675759 HR TR 7 I 4% i Ab—AP 4%
GANBAT O, R P K DTT 3 Ji 7= AR AR, S8 5 FH 2T PEG 19 5 SR Bt % —NHS AT
REIEREAHATH Ao N T B R — Mt & 10 LB B3 T Be/lff (AMBH, Invitrogen,
Eugene, OR) 3851 I T SEHaH] 4 7775, LA Ab-AP &), Ak, il & 1 —Ff
Fi WA ) X T 1100 00 B P D ke I P e L B (EMCH N[ e — e Bt 0 e i OO % ] Bk fifk, Pierce
Biotechnology, Rockford, IL) #l4& /) Ab-AP 88 AWy, JHAE Seth ) v s I DLt EE e . 5B 41,
AE HIAESE [ LA No. 5, 191, 066 H1 ik ()48 IDERZ ) Fe— %7 PRS0 7%, AR B Fe- 4§
S Ab-AP 25 T LR

[0179]  Ellman Jl5E 45 &0, il it 55 MBH 13T PEG [0 Bk JIFF A7 B 570 o ke, RS Sy BR
EAST BNk 3-5 ANEREE /Ab, X} AMBH A1 MBCH #4277 4 5-7 BRI /Ab, %f T DTT i J&
TN 8-12 NMREE /Ab. 1R S Bk 1 51 NBO™ AL AR EE -5 1 SR e RE AT AR (1) AP A8
WS 4320 RS R Z 4

[0180]  JN~FHEMH)Z#r S A AKTA Purifier LC(GE Biosciences, Uppsala, Sweden) 1532
(%), 1§ ] Superdex 10/300200GL #:H1 0. IM Tris, ImM MgCI,, 0. ImM ZnCL,, pH = 7. 5 Ak
BAH o 1EFTIRYE TR IR EFAE Iml/mine B RCTEERRE M B , AW B = 2 2 A
AMBH #3211 8110, 247F 2-8°C NIAT 48 /NI & HF LA W R i ok o JLe I
#H = A BA A R ST HEFR E AL A0

[o181] &I 10 bb#: 7 SLjafd] 6 o BT ik B8 FHE A E s R AR 2023 | o« BE)
et & 10A FonT-H EMCH #1411 Ab-AP AR B Bt B %, B 10B KT
FHE LA 5, 191, 066 [ Fe— Fr M EERIE T B B R B % . B 10C R T2 8 2006
fE 4 H 27 HARAZRIZEE LR HE No. 11/413, 418 [ DTT 38 5%, 8 F dPEG X D) e % 4
7 £ 1K) Ab—AP 5B BNt % . & 10D Fomonf T F i 85 1 AMBH ¥ 42275, 18 FH Blr A -
(1) Fe e e MR GV 24 1) Ab-AP 25 B Qe B % . B 10E R nnr TR Fr A FF Y
Fe— $7 M A, M S2iEH] 1 rp AR MBH 3£ 5751 4 11 Ab-AP 28-S W i & B I e (4
K%, B 10F RRAHT AR Fr AFFI Fe B M4 A%, R SEiEe] 3t AFFI dPGE, Bt ki
B4 19 Ab-AP A ME B Gt R . B 106G Romaf THZ T A FF 1 Fe- 5 PEE A
2 3R SR 2 TR A FF ) MBCH B JIFE B B 42 7 il 4 1) Ab—AP S-SR BRI Gt IR . ¥4
XL g th R A LU, 78 T AW AR Qe i FE R LA %

[0182]  EMCH <<[Bt % << AMBH << MBCH << PEG,= DTT << MBH.

[0183]  IX L& QSR BH 1 R AR B A FF I T3 vE A8 B B 23 (1) DA B i 65 1 155 i o I 12
FE5), i@ Fe e R R 28 A RR W IRIG IO DL BRI R o BT S FF IO J7 V2538 7™ A2 U 2 R Fe— Hr
S5 VAR EMCH AB I I VA B 5. RAA DIT i SRR AR RIS 51
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R S MR AR R U T AR

[0184]  SZjafs| 13-MBH i&:3555d & 1745 1k

[0185]  FEULSZHEHI , U5 T 484 W Fl 43 R G 00 e A 6o B R A 2 32 2 39 1) 3k = %) 4K o
PEo F MBH 3242 70) 42 HE STt a] 4 ()25 B84 B AP-1gG 43401, R & MBH 342250 (1) FE SR 3ok & M
5000 fisid &3 50 fifid &A2{ . ElTman 73 M43 30 45 L SR BUN BBREE /Ab % :5000 %,
9-15 ;1000 £, 7-10 ;500 1%, 3-5 ;100 £, 2-4 ;50 £, 1-3. -5 H KW WA AT A ik OB 5
XA (5000, 1000 X ,500X , 100X F1 50 X) BEAT R~ EERRJEHT, 45 R E W, il &%
KIEERN A RIS S 7= R G . HAE, KR AMMASRE (iR - DL I3hE
F 3 — Bk, S100) 2RAH, 500 53 S Yot i 5 Bk, 1M i ds -

[o186]  SLiEfs] 14— W PEm B B L A T / SR AL AR {b

[o187]  ZESbSZiEflch, W 5E T 28 -A W R o R G (0 e St ] SR T3 e 3 A o 38 el A e
BTG b e B 70 A K B AT S R (e . FH MBH 325574 i AP—1G 4545 2 2 e S i 441
4 TR0 BREAT , AEE A DA T3 50 RS (Bl 1 T R 5 1 B AL AR 1 SR < L.C—SMCC (P e
rce, Rockford, IL),, MAL-dPEG,—NHS g (Quanta Biodesign, Powell, OH) , MAL-dPEG,-NHS [§
(Quanta Biodesign, powell, OH) FlIMAL-dPEG,,~NHS Bi§ (Quanta Biodesign, powell, OH) . iX
B2 IR 100 Bt B EA R (0. IMBEEZ4N, 0. IM NaCI, 1mM MgCI,, 0. ImM ZnCI,,
pH = 7.5) .5 AP JR N 1 /M. LC-SMCC % A /E — FR 3L LR (DMF) 1, in# AP -, {5
DMF £E B0 1) SR TR 10% o E1Iman 4348 8, 41T PEG,,f1 LC-SMCC #8577, 5
BV iz B 45 5 B80M 20/ AP, 35T PEGGEFEF A 27/AP, % T PEG [JEHE57 30/AP. {EAHEX
15 Fe— TREEAL AR (I MBH 5% ) 2 ), ZiAb A 15 3 ST HEBREMTIE » PEG, 257159 3l i
B AV 2, B Jo /& PEGs LC-SMCC FH PEG 271, Gt (HLbl - WA, DB
UK — B2k, S100) Bk T AW 2, PEGL A AL st v ) et

[0188]  SEZjififh| 15-NHS—PEG,,~MAL #4253t & A8 4k,

[0189]  ZESLSZiEflch, ) 5E T 28 B o AR 0 e St ] SR T3 e 3 A o 380 ol
&G F1¥) NHS—PEG,,~MAL S 1 i SR B A ME . AP-1gG ZRA M4 IR S 4 17772
A R, o MAL-dPEG,,~NHS BB 4570 1 BE /R i & A 500 fi5 21 25 ik &8 1.

[0190]  ElIman 43 #fr &5 SR BH, ok ik 0 i 1K) 45 5 2R <500 I8 34, 250 fi5 i 29, 100 £%
i 18-20, 50 f5EF 17, 25 £50) 15, 755 Fe— TRBEAL I Ab B & I RSFHERR JE HTiZdt 25 5 4)
(500X, 250X, 100X, 50 X Fl1 25X) {43 #r B, A F i &30 2 B & U 2 59 2
ARG 2, I H 5 RBE L 4568 80 R . N T &N EW, A (Buii - L
P, WLENE A 3% — Bk, S100) B, 48 100 fiid & (1) B S Bk 0 A5 3 e 2 B A e i )
VASE

[0191]  SZiafs] 16-AP/Ab BE/R LK (1725 fk,

[0192]  FERLSEHEH]F, W 5E T AW Ao AN G 0 20 e 44 S B R B Ak Ak (T MBH
FEREF R4 ) 5 Bk Me W e T4 (19 AP (NHS-PEG,,~MAL &8 ) 2 Fe il . % AR 1K)
Eefl (fufk /AP) :2:1,1:1,1:2 f1 1:30 FRGTHERRJZ Mg i B SR B, /EEE /R EE A 2AP: 1AD
IS BB K22 . (&, A MRIA L e (PUiR - DUAL s A sPibe - Ik, S100) %
I, B 11 AW B B E L

[0193]  SZjafh] 17— LT AP R4
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[0194] W PEBEEREN & —Fh — R E A5, Wb A B ] DLde s A e 1, LA Bh T B
TRARAEE o TR IR 2 ] LA AP IRACHR N o R B BR A (Biozyme, San Diego, CA ;
17. 5mg, 0. 125 wmol) L HFN5 F A AR It (0. IMBEBREN. 0. IM AL, 1. 0omM &AL
BE,0. ImM SUILEE, pH = 7.5) o, HAEFEEINE N (1. 6mg, 25 nmol) fZ7E T INEIE A . il
S0 TR B (P9 F = 40, 000 ;Pierce Biotechnologies, Rockford, IL ;5mg,
0.125 pmol) o K RMIEEYERE MDAy, H OB (151 0 1,2, 5mmol) J#:K
&R, SRR M 2 I ELEN (157, Img, 2. 5mmol) » ¥ WIS W EHES) 1 /)
o — &34 Superdex 200GL 10/300 1 (GE Biosciences, Uppsala, Sweden) [ AKta
Purifier (GE Biosciences, Uppsala, Sweden) , | JSFHEBREMTIE, 7355 HAZ KK AP 3t
AL 1ml/min, VEENAIKHT A 0. IM BEEREN. 0. IM ZUALEN. 1. omM &AL 85 0. ImM &L1L4EE, pH =
7.5. M JGRER S E HEME 281 (Protein Assay Technical Handbook, Pierce
Biotechnology, Rockford, IL) & &M E , AW /G TR E 8-12 Mk, HZHAY AP EHAE
MAL-dPEG,,~NHS Eg ('E5REMEKRA ) b, I LiEe] 4 F k5 Fe- BRIP4
H F RIS AP BRI G Y. FRoE AR, SR & T R B ME SR M R
7] (Ventana Medical Systems, Inc., Tucson, AZ sP/H 95/30) FfaE M. HAkHh i, 78
45°C, W T3 AR AP I Z8 A4, 7255 3 R I Lt ni BE 40 2 8 50 %6, T A [F] — FRoRE 57 Hh A
[F]— R E, FHARZEHRI AP il % IR -A ARS8 — R e H gL L 21K 95% .
[0195]  F T 22 Hk AP DAY i FLAR S PR 1 e T VA SR )L 7E Bieniarz et al.,Bioconj,C
hem. , 9:390-398, 1998, Bieniarz et al.,Bioconj, Chem, 9:399-402, 1998, #1 3% + H
No. 5, 789, 219 H1o X E&77 V71 B8 I A BRI I B R g ABSLAE A R I AR RIS S A
[o196]  sEjafs] 18— B PEMEERBFER &) 0053 #r SDS PAGE
[0197]  FERLSZHEMR] H, SEHEE] 4 BIZRA T715 1 Fe R 51 AR TR 2 1F T I SR TR MG B i B AR
KA ENHIESE . 281 1 6 NAFERZ S W6, 3 N PUR 1g6 g+, 3 i 16
Tiiktl & . S 2, BASBAME 100-200ng/ 1 T EREL 5-20 u T 5 4 X LDS ¥ 1 5 52
M (Invitrogen, Carlsbad, CA) TR A, I 2- $idk MR i KWK N ImMs KL TR A
YILE A8-50 CHLAIHINA 5 438h . PRI LA TG BN SR 2 7] B L e 22 R 3 P
2/, AR g IE T 2- SRk O BG R AW PUE T o MR s M E R S . R)EN %R
A, I B BTG B R B (B 1. Omm J5 TR () NuPAGE™ 420 % TR M BE % Bis
Tris 8RS, B NuPAGE™ 3-8% A% Tris ZERELEENS, Invitro—gen, Carlsbad, CA)
IR L. A 14 F B AR v TG 2 1) MuT timark ™l Mark 12 58 v B bR 4, & 1417
Y)W H Invitrogen (CarIsbad, CA) . HLVKTFE =W NEH — & Novex XCell 11 &:lR 4G
(Invitrogen, Carlsbad, CA) 7 70mA F#EAT 60-90 434F . EEIEGMRE MES-SDS B Tris 7.,
B 3k ~SDS 2, 43 B T 3-8 %6 kI AT 4-20 %6 Bt o M AR HH I, 18 5 Bk ik 2
U BEIR B 708l LME-L:B SDS MZEhifl. SR )54 SDS-PAGE BUR/E =R T T 48 / K/ &
FR [40:50: 10 (vivev) ] H[E 2 1 /N, FIVEEREE / /K / 41 [50:40:10 (viv:v), Sigma -
Aldrich, St Louis, MO] " [{J25 Eh i R-250 Yoty AGHEHCTE = T IR MRS Yo i, i
2 /NI, BT o I A R P A (R 1 7 AT o TR B e R G A ] o R
B Invitrogen BEIE M 4% (Invitrogen, Carlsbad, CA) 1. B K2 il #E L&
B, X5 AR — D FESTUA RN N TSR . 706 W T8 EW, EA L
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AFAE ST RREG B 5 BN Mk, — RINE S5 FERHERH, AT %4
E, IR B B S TeC W ERES & KN AESRE AN HE AR Fe X, 451 %
T AW Fe A7 s AT

[o198]  SCHtEf 19-Fc HpspPEHUIE —HRP 8 EMIN & 1k

[0199] £ I St 4] by, 3R 1 — Fh A — AN T PEG 1Y B JIE B B 3% 42 4K 1 Fe %r
ST E S Y B & T V. BB MR Ok B W i A B a0 T B o 0 3 B
i A e WS Bo B — R Aml 9 B 5 € /N M o N 7. 8mg (15. 2 wmol, 100 24 & )
MAL-dPEG, "NHS B§ (Quanta Biodesign, Powell, OH), B J& N 3k 8 il % 1k ¥ B (HRP
Pierce Biotechnology, Rockford, IL ;0. 25mL, 25mg/mI 7E 0. IM Na,P0,,0. 15M NaCI
1, pH = 7.5) o W/NRAZE T TN 1 /K, S8 5 F 24 Superdex 200 4 (GE
Biosciences, Uppsala, Sweden) [f] AKta Purifier, f|F R ~FHEE EHrE4ti{k, %M 7
IKIEWL (0. IM NayP0,,0. 15M NaCl, pH = 7.5) . UKHES HRP (K128 %), 19 2 HRP-PEG,— 5 KBk
R HRP P BBV AgsolSE (& 550= 0. 652mIcem 'mg "), B A R ETIman 4347
VA TE SN E SR RE H B R BE 6-8 Aok B i

[0200]  ZEALH) S >RE VI - HAR I E Pl 5 200 RO SRR Ak (R 9% s2T6 5] 4 A MBH
BRI ) 4% 301 BE/RILIR G 530 18 /it o RTHERRE M (Superdex 200 ;0. IM
Na,P0,, 0. 15M NaCI, pH = 7.5) 43 BN 201048 &4, 1 Ho A B 31 2 BS 3 BT S A2 7
¥57) (Ventana Medical Systems, Inc., Tucson, AZ) W, FFAEHL ¥, BHH A LG
11l £ HRP 455 40 %08 A2 Bl 20 IR AL 23 B w270 Il e P 0 Do ) e €, 5 4 3 [ ks I 25 0 P
No. 60/675, 579 H B i 1ok Sy BREE 1 19 DTT 38 J5 b1 2% 1) HRP 4% AP0 L3¢, 2% BH A st a1l 11
HRP 28 ) LE DTT- il % 1) HRP 28 540 078 oAl i, (H A s E B A 55

[0201]  sEjififsl] 20— T4 =L ) 2 B el I B i fe 4

[0202]  fE—Besifa )y G b, A FIAE T AR R 52 i 22 B Be M i i e 42 ) 1z B DL Y
Ji % da4bdc H 4d HH R TR AN 2 Ak IR AU i 4% o AEAS SR v, H e MR RE R &
R AR T AR TR, EBAKTTR 17a.17b 17¢ F1 17d 1, S LB B R R 25
(Sigma—Aldrich, St. Louis, MO) & 467E=28% (TEA) /F4E -5 N- T B ZHE S- 2B
R EEHS (SATA, Pierce Biotechnology, Rockford, IL) M. FEHZE 17a H, %8 — M
(=45 Bk BSE, 43 31 HAT — N B ER AR AR B 2 1) 2 B Re It IE IR B S 0] £ 77 58 17D
o, AR A S RZ A 3 (095 DOC RER, 5 58— IS MR IR B BE T il — 1> NHS 35 &
W5, B 55 0 SORE TR B 53— oAy — AN R P AR B 2R ) 2 B BE BRI IR B 40 . AE
% 17c v, 5 17 th—8¢, {5 — SORL™ W71 i NHS B, S8 )5 -5 I s B2 A= BT PR Bt
B — AR EE R A (0 2 B GBI RE e R . 7277 % 17d b, SF R RO A — AV Bk
JPEEE , — ANREBE R — N R A 1) 2 B BB IR B 427 o

[0203]
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SF R E
o ;1 1
HsNﬂi })1\3 \g/ws R * ﬁ WA ~ WMHZ
DME L
SH
% 17a
i It
LN ﬁ j\ Q
| pp g NS TEA o T \n/\s o DCC.TEA
L G DO, DME
NH2 @ Id’?/' g G
e Rk
T, Ny AN
b ; S HNNHg LA zf/\s”
i C
B~ A e
8} Q
% 17b
¢ o ol
¢ o
L w0 S NS -
boo A nbis TEA :‘3(\ £ 2 HO«N% et
DMF : DCM, DMF
o
ugiline!c!
e O o
H
hNHS)Kr&j!/\S)k HQN“NR 7 }ES\R/\SH
= R iy Q
07 NHS 07 NH
i
#% e

5 BT A 8

o
Al T 2 St gy

— g ‘
el ° - T[ DuE A{( S

#k 174
[0204]  J7 K 17a.17b 17c F1 17d 7290 0 il A& 2- ik 2 BE A L 30 2 T B E (MAMBH) ,
N, N’ — (6~ 3 -6 Cfc -1, 5- L) = (2-FIE AWM ) (BTAL) ,N-(1, 5 JfE -1, 5- —
S —2- ) —2- BRIE LR (TAGD) I N-(1- JFHE —4- 208k —1- 0T —2- k) 2- Ik 2

OH
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i

[0205] 7 — T EAAR SLE 77 S, MAMBH & st . B S, B A i = 2. 8% (0. 15m1,
1. ImmoT) 7EZJE (10mI) Hf FIFE VR IT ) Ho N s e R B 2h R 25 (150mg, 1. Ommo) , ffil] %
CLBRAR B i IR R - 5 BT ORI R AR T 5 a3, SR JE NN S— 2B R AR 21
BE (250mg, 1. Immol) o ¥R RIVR G H7E =W T HEFE 16 /B, SR 50 R k%8 . 24T (Si0,,
9:1CH,CT,/Et,0) 7B TR M. 722 :174mg (75% ) -

[0206] 'H NMR (250MHz, CDCI,) 6 6.66 (bs,1H),4.51-4.41(p, ] = 6. THz, 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) ;
"C NMR(62. 9MHz, CDCI,) & 204. 37, 195. 38, 168. 59,59. 51, 32. 74, 31. 43, 30. 18, 27. 43 ;
EST-HRMS m/z256. 00693 (M+Na', CgH, ,NNa0,S, 1 &8 256. 00780).

[0207]  2- ik AW AL F T B MAMBH) SR JEH1& 00N < —/K& M (10mD) HmA
S— LBIRAR B E o DR ER (300mg, 1. 3mmol) o KT R B K ARAE = I N A HE 16 /i,
IR AR A 5] o IR0 B 25 ik, AR = OB B 2 AT (15 % CS10,, 16039 1H,0/MeOH/
AcOH) 2iifk, 15 BB 20971, NI EMRY) . 772 :207Tmg (72% ) .

[0208]  '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) ;"CNVMR (62. 9MHz, CD,0D) & 172.82,172.43,52.49,37.72,21. 42,20. 49 ;
EST-HRMS m/z246. 03251 (M+Na', C4H, ,N.Na0,S, i1 5 {H 246. 03469).

[0209] A 6— ZBEFEARA CUFE NHS BEACHE 77 % 17a.17b A 17¢ H (1) SATA, 43 2 LR 7= tH (1)
FH R A4 TMBH.\BTHL A1 THGD. 6- ZBEAEERARCER NHS Be A LA T 451 . 6— LBLEmAR
OV R NHS BRBEWS R bR IL e A S 1 6- ZBEIEARAC CRS N- SR T Bk W e () A BB S
JOZ il 2 o

[0210]

SH
AR TB RIS T s (THMBE)

v
AR OB R AR A AR BTHY

H

Hg” ST \/\}rN
o

o

H
SRR ASRE M (THOD)
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[0211]  6- ZBEEACCEE NHS Bs A DL 4544 -
[0212]

8
N
1 P
”3“//N\\\y”/\\\\gfff\\\ﬂfﬂf

[0213]  ‘EIELEERIE R T 6- ZBEEGRAR RS N- B T B (= F B H
Sigma—Aldrich, St. Louis, MO 7331 ) 148 5 S R ] %

[0214]  ARSUEAFEE AR N RIE AR R, 72 BL B SRt 7 S o m] AR 2E T PEG ¥ S— 2B
RACRBRATEMACE SATA, U BITERT A NS G 715 B F 2 B B PEG JEE 87 H
Wi, 2T PEG (N2 B BeBt IR B 8270 m] DA /2 B B & 17a~d P EA RGN
AR ASTA SRl %

[0215]
a O
DMQ/#S)K
- N?x’ "

5
[0216] M m = 2-50, Bb{bLEYET] H Quanta Biodesign (Powell, OH) #5217 &,
B AL BE N FHAH L1 R B 1) 4%
[0217]  SKjfafs] 21— 2 B §ef PEG JEBE IR B4 12257
[0218]  fE—2EsLyiti /7 &, Al LLHAERT A 7515 I 2 B Be i PEG JE Mt i m B 1% 422 711
I L B 75 %€ 5a.5b il 5e il % o 7EILSEHEN] A R R R AR T LR &
18a.18b il 18c H1o bR T HARMI SN T %o BRAEFS AR U0, A 70 5 L, 7]
DA BT Sigma—ATdrich (St. Louis, MO) 23,
[0219]
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G 0
Ha o )i\/g o N?zCO:; HO/%%JLVOﬁ
O HQ QHI S
. s
BN 14 20 b 4,0,
i IR Sl EU N5 WP X R g B LER
DCM {4 O & owF
Ms :
AR
O‘t\’“ RS
10 % PG HalN._/ 4 :
At irmine 00
EtAchetH

Of/\O)?/Si/

0 .
y ¢ NJ\“«} % 0(’\"0}“/\3”
=l L"'Y'N % ﬁzz/ , 4 i
. . - HEN’ QL i SH
- . \!Of ‘f/\o)_’#\/
2 B Of/\oﬁ'\’w
/
4

#3182
[0220]  #%HEJT 4 18a, 4] 5. 0g Tris 7E 10mI K P RIEEBUIMNBRER AN (1. 348 ) , #E A
REFECBA (1.2 98) , BRBIRAMEK L TR T I 16 /N o JT5E H IR R
PR KB 3 Ik, BT, AR CL8 bRk EEMT, FHZIE / 7K (5-100% Z.J » 30
AR ) Vel B RNZE — BN A Y. SREEEAE DMF = 2% (4.0 245 ) A
FTRE RS (5. 0 25 ) AbFR, 5 N PSR L o 9 R 25 DMF, 5% B Y0 BT Jo /K DMF o, 3t g R 2=
£ho VBT FRZ DMF, 43 2HE & ) R EEER AR 2, AR RTAMES — P alifth . AZ REEERES (0. 3
&) £ET57K DME 1 (K9 80 N HO—dPEG,™-SATA (1. 0 *4 & ;Qanta Biodesign, Powell, OH)
FITK,CO, (1.5 458 ), M R BR AW T BN HHE 16 /NF o 98 B2 DMF, 5% B W) A 71 J5 7K
DCM o, i LBk Eh o W0 BR 22 DMF, B JE BEATRERR 24T, 19 21 PEG A1) a4k . SR 5 E L 78
EtAc/MeOH VR A Pd/C AbHE, B 2% Pac fRH7 3. 1T Bl Hh ()4 5 FH B 22 — ki (10

), BN (100 298 ) ALFR, 453203
[0221]
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[0222]  J%HE /7% 18b, [A]f¥ (HO-PEG4-SATA, Quanta Biodesign, Powell, OH, 1.3 *4& ) 7
DCM FRFIEROINON 1.5 (e EH R~ F N RN, ME A 1.8 ¥E =TI, B BIRE
MT TR T 30 4. SRS RTE &I N 1.0 &8y /DOM I, 7£
TIRI BT BEdE 16 /N o R BE BT JE 45 20 I e BT 2075 (0 b S VU i 4,
B3 2 BB PEG FEEBE AR BE 17 o
[0223]
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: c‘ri/owg K00 e

0 il
RH NaH/DMF
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== 8 X fk\/
T ENEROP~ fg"f‘//’\O/?Zﬁ _C\@
:..-?~“.:—~—/0
1
o A M) 4.2 8 _
HGNQ\MNOVNC/\KS@’, BN iseq N{AVOV»'\D}/\/OV»\Q,«\VS\{{,(
2) NaNy 3. Eel
Do g Shpmg~Sy
A 0 -
CuSObZen Sl ™ 4 \g:/
iyy BERERMN mil P
FBUCHILQ & N\ {‘o H,\?j‘
A N =
4 w=N b
3
Ny
X Ha ﬁ\f'o f“%%“‘(/\owsa
% /}‘ b{:% e DOM a5 4
10 % PAIC 3 ; . B8 _)\“,
e Sl o BN
ELAc/MeQH s G
- B B/ oo ?@-y S N f]\
",
& N -
AN\
HE
#E 18¢

[0224]  #%HEJ7 % 18c, [A] 5. 0g Tris 7F 10mI 7K *P VAR JOM TR RS (1.3 248 ) 0
RARGEHSE (1.2 98), M RPIRGWERST TUK ER: 16 /AN JivE &
BRI F= R K BE 3 I, B T, REIE T AN (3.0 M&E ) AR MRIR (10 24
&) {E DMF b 38 5 N E, Z2RE R Z AT JE 43 B SE A 44 1o 18] HO-PEG,~SATA (Quanta
Biodesign, Powell, OH) 7£ DCM A AR K NN RS IE S (1.2 &) M=20% (1.4
&), ERS T TUK BHEHE 16 /i SR FEIE I8 201% = ek, 5 B ER IR =) B 25 )8
] 1% R PR TG A O BEAE DOM HH AR N B 2l (L. 2 48 ) , 7RV IEHE 16 /N, £
R EMNT R B2 A Pk 20 [ A RIS (0.2 45 ) MR ey 0.5 19&)
OBUTEE /7K (12 D) JERPINNSS 1 & 0 e sbe 1 R ik & & 2. SR RO
IRAIEE ST HEHE 16 /N, kR JE AT 5 153 B 2 B R 1 0 R ik . B s o
10% Pd/C7E 1:1 (LR TG / FEIR AW AL, b2 Ry 5, R R - 55 b 315 3
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VI . S0 B AT DOM AP PRI B ke (10 245 ) , fE VN BERE 4 /i, 4%
Jei A I BLVR A VR R 4, R B VA T 2 Rk o BZ I AE 100°CRUENIA 1 /e, 15
FIZ B B8 PEG ZEBEHIR EE LB

[0225]  ARYUHH AN RF GG 1, RIS 75 % m] DU L2 1) SATA B2 PEG 211
-, UMS R H'E 2 B 58 PEG BBt R B2 18277, i Hae m] AR AR BT PEG SATA
[

[0226]  SEjsads] 22— SR AT Jeks 19 fle B9 e I 2 2 771) ) 6 o

[0227]  FEULSCHEWE] H, 3R 4E T — R R A B9 2 A W R B i 50, 0B R n] DU HE AR
(7% 19 Hi4%

[0228]

HE 19

[0220]  7EJ522 19 1, X AT LASE M40 100-500, Y AT LA 40 10-50. L 487 A el it it
P B — 308 20 B A R B A OB AL 7R . SR TR ARG BE it (PAH) ] DURIH C A AR 32
H R HE No. 2005158770 RGBT VEA K. &5 2, fE— HAEHE LRI 100m] [BE ke
R 20mI RAMELZ (ImmoT,50% wt 7KIEV, Sigma—Aldrich, Milwaukee, Wis) 55 10mI
Z&18 (D1) KA 20mI- K& (420mmol, Sigma—Aldrich, Milwaukee, Wis) JR& . /MR
BN 60 8. WA R EIR T, SRR R A S N TR A I DTTE s B0 TR
VREEE T 50ml DI /KH, EEPUELS T 3 Ko AR EET DI KA, AR Tk
R (AR o 7038 24 I 7R R A5 T T2 Jl 1) PAHL 555 B AL 550, 491 St B —dPEG-NHS i
(Quanta Biodesign, Powell, OH) %3 Traut 7, 4T N, 8 ] A FH I BERE (Z = 5-40)
[F—& 5 (AN 50-75% ) TRk, B RIEEH T I A AR IR G 2 B el rim iy i
A HE IR EE AL AT PLZE S 0 Hermanson, “Bioconjugate Technology”, Academic
Press, San Diago, 1996, ISBN 0-12-342336-8 t4£ 3, iZ ik IF AR HHiBE NS,

[0230] A LARIPRP T 20z — A3/ 6l 4502 58 TR 06 I F 19k FE IR B 422 9 < 2 & il e A
Bt s BI85 T732%, B Je i PAH S5 —Fh 4 IS DA 1% PAH BREE AL, S8 J5 8 DL BREE AL 1Y
F—TEHE DTN

[0231]  BARCLS I JIA RN TESL G 7 0 AR I R IR T f5A , (E 2% T A4
TEARN 51, 00 2 DL A T DAFE AN i 125 36 6 Jod 2 (140 47 00 I o4 St 7 B8 1 40 1 EAT 1B 2
B4, EARTEANR Ul B R S T Al — BEER G, AH R 4 5 R0 77 v AT LA ke il 28 AE AT 258
R ZR A, A48 B A & A SR LA, B R gk (s 4 8 A A g KR
¥, BN SRR E T 5 ) VRIS T BRI B 1 AR g FIGURE 1A A
Yy (B e+ A ) REEW. HT T BE 7 dviE 864 (Blandiik 52
Yoy 55 R MUBUR PRAG R ) a0 U T B S T I B SN A ) AEFIEZ N, BAR
e L R B AR S48 3 7 PR A LA T R S E i ] ) W A B 2 50 ) B2 P 5 HL2 T AR AT
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T B i 2k ] AR AL FIT A I A AN B B v 2 HH I B B 2R . 53 b, ROZTs 4
EIRA] BL — AN B A B (BRI TR e 2R 50 » AE th m] BUGE ] 22 R AS [ ) B
EEFEIRE S iSRG n] UAHE S rIA bR iC VIR R e RSG5 0 7 RES
5 FH I AEATT S 2R Fg 00 5 b, B, e 49 8 B ) S e AL B2 3 A 2 &b, 3 ] AR A 2820
(R G 73 A, BUAEAT SRR (28 A2 7 o e 7 S8 m] LA 207 B A s i e e 534t
v S n] DLAI R B F] TR 7015 IRV 45 5 RO AR D i LIS (10 2 1 281 e 1
Al VLA R I A I TTVABEAT « AR W45 & T LA BORIZER 1K) v B AR w2 3 B T AT {2
U AR B AT AT o
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