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Tif

SHMAE R R ICRIT RESIFHENN A

AR G
[0001] A W K Ge o Rad 3 AT AR AU, JEH e — i 5 TEOR B A e 9 Y R4 S 3
98 T3 AN A o

EEHEA

[0002] G+ ARSE B ATE 22 AR 2 6 2 A S AU e 2 A 2 e ARSI
RZ—o BT Z N T B EY AT B 2F R EREEAIN, DL B SRR 75 G 1A
o GG I AR TR T HUAHT R SN I R B R A AT 52 1 e ME 2 B ORI 7 v
BT Re S o RS s TR (8 S 0 A, AR DA i B2 1 S B T B, 78 AR 40 A
A A 12N AT 5

[0003] ¢ by il e AR TR e 22 78 (BURPUIARE R 456 ) S906FRIdHAR (PR
WY PR ECE PURBT AR ) &5 Gk, FRl I 9 e S I AT I k. & H
I B S BRI R 5 S SR 65 5 AR5 A, I B e BRI B 1.

[0004] B % 6 A2 B, TE BT & S e B im0 R Al B R BRI, Ja R RN
BE 58 G 8 2 AR S 10 B A 9 S e vB BRI & H PO MY A T R4 b
1Y), R S B Em B TR YA AH B AR AH 45 & 10— P I 77 72

[0005] %'t i J2 M A AR AR 4 0 % S AT IR ity b e J SR, 2 LA NC Ay 24, A
TUFLIE B 4 A AR e M 4% — m RV IAAB 2 1) o — w8 B, W REHT— k.

[0006]  H A, FITC. &P & 4 D BRSO bric ) B 48 12 N T9¢ 6 5 5 43
WrEe AR 5 G B AN 77 32 A R S M 0 o TR TR PR i o R A I 7 VA
IR TR T AT AEAE SA, M A K, A4t 7 iE e LR HH 55 i) . PRI, R
TR G BEASTIN 77 325, B rmr ARSI Py R R A AT AP RS I At R e (e R

KAARE

[0007] AR BIHRAL T 45 5 JBOR B S0 B SRR BT IR 26 T 1%, A5 2O Lhmic bR e A AT
ZIRIER I TR AR LA VR - e RN SN R PR R &Y b, AL
ISR e T 5 K RTBOR, S v T e S el (¥ REBUEE

[0008]  — R T UK S e SOOI (1 26 7 i, B4 -

[0000] (1) E4H G FMIIAFAE 1, R X 2 G AN 4 2 = I I A A L7 1 80-100°C
A SN 3-5h, 1R B2 K T

[oot0]  (2) KPR () BRIMZIRERD TIMAETH 1- L3 -3-G- ZFRNE) & —
P JH R N= J i B B O IV e ROV B0 BEA T3 AL SRR I HTAR, SR 0. 5-2h s FEIN AR B
MR, ZREL W 0. 5-2h, 153 BIR HIEEA SRR BE IR I 2 AR T

[oo11]  (3) FHZIehricRi bR (2) HlfS HR IERAT PUAMEBEIR K £ R EE K70 1
BEAT PRI, 195 5 BOR AL e 2 e iR T

[oot2]  JBHR (1) w, Frik i 4e &rimln] Oy =R EE Rk (TPP) Htkne (Py) KRG 5
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BTk (43 HLEE AT AR N= BRI —2— ntbng el (NMP)

[0013]  PTiX K i SR = IR EEERECARIE A 1 0 0.8-1 0 L28RIEA 1 ¢ 1,
X 2R AN 2R = R AE A RN B, AELE B FIIATAE N R4 G 13 B2 R KAy T

[0014]  fLikh, &7 80-100m1 N— AL —2— nib g el o, B 6k 28 —J& it A &4 10mmol,
B = R A A 10mmol, = ZRFE VA% IR 8 1IN AN & 4 20-30mmoll, MEEWE Y I &4
5-15ml.

[0015]  FITik (945 & S S ok A2 FR S VROEEAT Dl bE » B DRV A ) LS 384

[0016]  JITIl (148 G SN 56 i » X R = EAT I Ab 345 B 2 R B K40 7 s ik I 5 b
BTy B4 G IV 3-5h J5 IR N = IS R IR 1Y) B Vs v b 81k I N, 43 A 3
A5G UTE , TR A6 G UTTE MR AT T 25 0 BRI b 3

[0017]  JLrp, BT & A $hER I FF BV P R ER IR FE A 10-15mo 1 /L s BT IR .25 & i F 1)
WA N- 3 —2- MR el / PR IR AR s IR Bk I A 0 oA P R 5 il |4
WFE A AR A DIEE T 80-120°CHEAR 4% 10-15h,

[oo18]  JDIR (2) F, TR 1- 43 -3-(3- ZHRANE) B & (EDAC) FI N- 24
BRI fE (NHS) (RIS ISR RT LA B IR Sh 82 b (PBS) R L MEGK (DMSO) HIVEA
o

[0019] TR HARTT LA ERIELZ HLo

[0020]  Jir ik 0 3R (1) 15 B8 2 2 5 K 70 7. P46 F0 5 M 2 B8 16 PR Rt ik b
1 :2:20-1:3: 50

[0021] AT S ALET [RIPRIE A 10-15min.

[0022] IR (3) o, ik 5 kR iCHmT LA FITC, BHPF I B ¥ rlBEOLIHEK

[0023] AR BHIGHRAL T J)— P& ISR B G e DO LHRET (R il 46 T i, g -

[0024] (1) BPriR A2 ER A, Bide N 1-2h, 2R 5 ISR e AT brid, il
RFPOEARIL bR - M EEEY

[0025]  (2) ¥ B BRI AL Z W, BERE OB 1-2h, 2R 5 NN 2 SR e i AT b
0, FIF AR IL I R R - EWETED

[0026]  (3) ¥ B IR (1) HIFFHZIhRIC PR - EMREE AV SHEE BN ZBRIRS
I 0.5-1h s8R Ja NN B IR (2) HIAF 9 ebr i IR IR - MR T AW, 4k RV
0. 5-1h, {5 5 IBOR L G5 DO EHRET

[0027]  ZDER (1) , Jrikbifh 5 RERLAENS 1 0 2-1 ¢ 4,

[0028]  FTRHLAIMANAEMZEE T RN 1-2h J5, 7] LT BN 2y, Frik BT BR 2 h
W R N BN, B TR 10mmol /L, pHT. 4 [RIBEIR L 22 phyf P B HT 48h.

[0020] DR (2) H, iR AR 5 MR ERLANENS 1 1 1-1 ¢ 2

[0030] ATk M2 R IN N AE DBV P RN 1=2h J5 , W] CABEAT 3B AT R 2%, JB AT b A4 20 IR
EN.

[0031]  JPER (3) ™, Frdk 2 Ehnic BTk - AEME T &) R SR 2 59O hr id 1 R #i
A - EMEL SV ERRENS T 3 0 10-1 1 5 1 15,

[0032] AR EHIGHRHE TR A BRI RN T A SIS E 5 BOR B S e 9O IR e, 1 M5 5
TR ) G0 358 58 SCEREF R ic A B 2 10 2 e hric ), Boy 7 R4 & ), g5 Fa e, 46 AC W
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WEET AT DAs e fRfr— 4L b

[0033] A HIIEHEHE T FTIR (5 5 THOK B G 3 5 R ET AR 2 ' S e A R I A H o e
T, AR I HE 5 IBOR B S P 2GR e AT LU 28 TP HTIRRE 53 PR B R ) 5% 0t S e A
W, JEHIE T B 5 5 S iz i B0 B 5 J2= M IR 56, A5 SRR B i s U AR BRI ¢
bR TR 2 LA

[0034] AN WG 2 AR GRS IL R IE A 2 R 55 K7 T R 2 IR B & Bl
- PR MR ME AR PR E G b, AF S N 12 65 5 R KOR, $25 7%
I A P R AR

[0035]  DLZ LI N3 F AT T 50 2 CEREH S 5 T8O 28 iy s =
IR AT LA & T 3R T 7 A R R IR I 2 2 3k Ko+, 118 A 1 S N 3 Ain & LL 4 T
ZERIER T BRER DU R R 2R, M R K =2 HE AL BT T8 B 2 154y
¥ T AN LA 2 BRI 7 o0 BE A, SRINNERA — 2P KE R B RATKE 50
FFREEY, SHUE 568 T BERIEEAL, ROLE 5 KRR,

[0036]  LLA4 = — BEFE o5 A3 R SR A2 R FH T e SO CHIRET 5 S THORIN < T4V %=
FBE A o 12 B RAF I BCN O &R, 7R85 Y 10 S M U Fin & Le ), ml LA B AR RN 5 i
A IERTE B — A UL R i o, BE S SR R B R R = R A B K EBAHIE M R &
/IR NS N =R=D ) ON (3 GNP T

[0037]  RHIAKRH], HAWHH AR -

[0038] (1) s& AT RABEE &7 < A< e J2 Mt LA 4 A 7 A DR iR A e, (R B
T T PRI 51y ELTSA W3E H T R S AR ANEL B B, Jr /s 0 S 50 150 28 K a5 2t
T35 JE M A HA & BRI Dhie, M H A I s Beas ) 88 AR TS50 s s il (5 9%
KI5 S 2 B 1 A, CAS I SR 480 R B8 vmy » m] FH T AR B ) B R R )

[0039]  (2) AN ()R, AR < B T8 5 80K IR %€ D't F 15 A 0 SR A0 5 sy, ] FE 4 . FH
T G 5 JENT RN BE J 5 o 8 8 7 AR, AHEL T ELTSA A, OR G 1 RS i ), —
— AR A ARSI B (8] 24 10-15min, B LAZE 1 ZNEF PRSI 50-60 NFRAS SRy A A b Ebr AR
B 2 BRI, AHGE T ELISA R0, A SR

[0040]  (3) ¥REFSEMRETE , By PRIE A R B IR 5 TBOK B 50 3% DR EL 43 1 IR 455 53k,
GERRSIE , 78 4'C WG T W] LIRS E IRAF—4FE L L.

R 152 AR

[0041] & 1 AR BHSEHEH] | 15 5O B e o R e & d B R B i, Hodr, 1 82
IR+, 2 AP, 3 I ERBARE, 4 5 Chridd) sNUP o N- R —2- ks Befld, TPP
N = ZRFE R B, Py MHERE, DMSO S — FIZE VAR, PBS 4 BEIR £h 4% MK, EDAC K 1- &
K -3-(3- NI ) R

[0042] & 2 AR BHSETMH 4 15 5 THOKN B S B 5 PR e & il B R B B, Hodr, 5 0
1,6 EMER, T APIERRIC), 8 AR R, 9 AEHEIR .

BiExiA N
[0043] Sl 1 155 UK AL e SO IREH il 26
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[0044] (1) fE=30 T, 554k 1. 08g (10mmol) 2K A 2. 10g (10mmol) 2K = R {E
PiFE T T 80ml N- AL —2— mb e i o, FE IG5 7] 7. 5ml MEERE AT 20mmo1 — A KE WP %
B &k, ANWTHEE A 80°C, V-G FLWS IIAAH I, SR SEAB R S N 3h 545 b SO S B s R,
REWET 500ml F A EhER WA EE T (ERIRIREE N 12mo1/L) , i JE15 BIUTHE 9 47
FH N= FRE —2— b el /PP R dEAT B 45 8, e Ja 7 ) FH P TR B R AT Vs, JRAE 100°C HEAE
HHET 12h s 3RA5 2 REE RS 1, A PT RAr

[0045]  (2) #B8E (1) " PT K531 5mg % T 10ml PBS (10mM pH 7-8) A1 Iml DMSO [{J¥%5
WP SEL 30ul PT R4 T 1) H A in N 5ul EDAC (10mg/m1) F1 3ul NHS (5mg/ml) , 257k
FEAG 10min J5, 43 ASE G NN Bug FURMN bug M2 IR, iR V. 1he ¥ FikR i s E
B G Superdex 43 5 2 43 ) EDACNHS AR B I PUIR R BE IR, 7 0. 22 1 m JEFL
JEERR T, 4 CARAT

[0046]  (3) ¥ Ll 4fith J5 ¥ 100ul H1in N 10 % [¥) NaHCO,, Y475 pH {2 2924 8-9, 3/
N bul B IEFRICH, i RV 1h, RS 10-15min, 85 —R. P L EIREYH 4iibm g
(Thermo Scientific Zeba) Bk Z RIIZGHRICY), 1100g BL.L dmin, YHE B L5 VAT,
FAFPUA - 2RI T - BHAIR - 2O ic Z A, MG 5 O S 5 6 IRE
[0047]  SEJfAA] 2 BRE A O Sz vB A A I R & I i A

[0048] (1) ¥ 10ug/ml K FE I PLIAE P FEASER 4T 4E i (NC i) |, JFH 1omM PBS (pH
7-8) JEYE 3-5 M, 3TCHT & H .

[0049]  (2) BYERL/INGFT I, 70 AR TR o ZEER T N T B EARKIR A I WK B AR
AR T

[0050]  SEifA] 3 B i 't S i i B A AFP (R0 )

[0051] (1) S A AFP brdE i 70 S Tc L Rl ok 2 1¥) & 41 Bk Oppb, 1ppb, 5ppb, 20ppb,
50ppb, 100ppb, 200ppb, 400ppb .

[0052]  (2) HYSiifs] 2 R4S IRy £, 44 40ul BHAE (10mM PBS, pH 7-8, & 0. 2% BSA Al
0. 05% Tween—20) AT INEL I NC JEE E, B NC i, fr HB AN .

[0053]  (3) 7E NC B B30 10ul ARy FE Y AFP 596, FFi I 30ul YEVE (50mM PBS, pH
7-8) VTR T 5, TR N 10ul FRE 1000 £ S s 1 Hil#3 0945 5 ORI G 3 e Je Rk
WA (RN 1% BSA AT 1 % BEREY 10mM PBS ¥, pH 7. 2) , FFi M0 30ul BEGE sFF
FEHIET I, A6 2 2 0 B QG TSI, SR BB RS CRENRE S 23 ARSI 3 7 BT
BE ) ;LU AP IR FE A REAARR, 9 GHR B  GNAA R, 22 bRV 1 2k o 12296t S e ik 4R 45 1) AFP
AR Z A 2ppb o

[0054]  (4) 7E NC & i n 10ul £ AFP ¥, FEI N 30ul YRR s R i vig 1), fHif
I 10ul #80RE 1000 1% 1) SE 5] 1 #4555 TEOKN B G 8 5 GRS (MR 2 1% BSA
AL FERE ) 10mM PBS ¥V, pH 7. 2), N 30ul PR s FHEEEE T, M 7O E &
Gy M BCGIAT RN, I OGAE T s POLE SEAANTIR (3) Hl43 FIbsE fh 2645 H A I bR
A AFP 3R B

[0055]  (5) FEAEVESLES o 3 4 BHIEARASTE [ — IS R Bl sE 20 4%, vHEHE N AR J¢ 2R 2 4%
[FIFEIRT 3 40 FHAEAR AN 2200 10 IR, BR— 0 tHE LA = R 4. g S, R R R
FOAE )AL e RS/ T 10 %, RIZAE 5 O B G 2 5 PR ER T3 mi 2 S iz i i1k
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[0056]  (6) FdE hSLEs < 1) Kiksm ( SEmifs] 1 115 5 MO Sz D6 IRE ) F37°C
BAACE 12 K, 5ICE AR 4 CURFI R PAT R 3 40 FHEAT 1y B bR AS, AT PvAs e T
RU . GRER, ZRAFE DT LIFE A 1AL B 2) B il &b iR 48 46 35 B3 AT
JET 37°C25°CH4°C, A FRRE ARSI . PRA7 T 37 °C IR 404 A H B
70 4553 MASIARYE S s ORAZ T 25 CIIRAR AT — A H U 70 2520 i bRiE o S5 R 2
s ARG 5T AE 25°C T ARAT 12 4 H BLR 3TCIRAE 6 AN H , kil 25 IR RIS
[0057]  SEJAA] 4 15 5 JBOK T G e 5O IR ET I il £

[0058] (1) # 20mmol ¥&AL KA Z= 43 5 10mmol HLAAFN 10mmol SR BT MY, %
WPEFE 1h 2R 52 TN A E T PBS 2 s v (10mM, pH7. 4) Wi #T 48h, Hil13 W E - Hi
W EMF - BHAEAY) T 0. 22 0 m JEFLIEER B, 4 C IR A7

[0059]  (2) HX 20ul “EME - Btk AED &= - R R (BAWRE = 1mg/ml) , 43 7 H
10 % i) NaHCO, 1715 pH {HZR 214 8-9, IIAZI AR ic WA ThR e, FF R MY S . iR
I 1h, FEEE% 10-15min, VBS— R RIVEH G, ARG (Thermo Scientific Zeba) &
FAR R 5 AR IE)» 1100g By Smin, W B0 Ji5 FIVE L, 3RAS 9 6hRIc A 25 - Bt
R - BAEEY.

[0060]  (3) KB BR (2) HIFIZCHRIEM R - IR E GV SHE RN REIRIRG, EiR
TR Th TP IR (2) HIFH 2 ehmicE - BHA T A, EiR PSR 1h, I
W B RRICAE R - PLAR G BERCER R OO hRIL R - BEE B AW ER T
N1 D5 b RNEREIRAPUA - AW R - MEE SRR - BEER - 2R E AW,
IS EReD ) O R e N o

[o061]  SEifh) 5 5 )t fe i IR AT ARA 1 il 2%

[0062] (1) A5 E 2% SREAE R AR 1. 5 X 30cm, K5 B AL B (3% BSA+1% Triton
X-100) 7, ¥ 30min ji&, 37°CHET 3h £ .

[0063]  (2) ZEA IS SHLE A EER A 1. 0X 30cm, H 5Ll 4 15 (15 5 IO I 4 92 5%
TERE MR (& 1% BSA FI1 1% BERE R PBS, 10mM, pH7-8) #%E 3000 £ )5, Wi 45 &%
., 37°CHtF 30min,

[0064]  (3)NC il £ «4& NC EE % 2. 5X 30cm, F s AXAE NC BEAS[F A7 & 3 1ul /em
(R EEBUR TeG FIPTIR, 73 HE A B e Ak BR , 37 C 4t 30min,

[0065]  (4) ¢ MG HRREIRAREC AL RS W FE TR 25 5 3 NC RRIIR /K 43 B RS LB JE AR L, FF
B Aem B RAARS

[0066] S 6 5 Gt EHTRARSAT I AKE (645

[0067] (1) ¥ 98 PR bw #E & BT i 3 A 7] 3 B2 185 28 41 A% #E & Oppb, 0. 1ppb, 0. 3ppb,
0. 9ppb, 2. 7ppb, 8. 1ppb.

[0068]  (2) ¥ iRk R A ARHE 2 B 80ul, I B St 4 w15 155 R 2 Fe g ¢
FRE R, IR )E 2min, B 70ul _BAE, EHTHRSE 8min, H 2GRN G2 B . FH
PNIE BT R T Ze i C e otum Az CREAME S 23 Al 3 2k, BCF24E ) 5 il
VEUEIR B A BRUE B 28 5198 6 5 5 R AR 45 1 T A s B S AR A I 26 24 0. 05ppb.

[0069]  (3) fpdl B s A S itifs) 5 A iR AR 4 AT AL I, R T/C 16 EL AR N 3B bvE il

7
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L SRIFRFINPT R IR

[0070]  (4) ELVESZES K5 3 4 BH AR ACLE [R]— IR [R] B E 20 %, v N AR e R -
[FIFEIRT 3 40 FHAEAR AN 200 10 IR, BR— I tHE LA = R 4. g 3, iR 7 R
ECFIRLIR) AL 5 R/ T 10% , R BNZAE 580K B Sz SEOCIRE I T 9O S )= 4T, ER
AT

[0071]  (5) AR PESEES < 1) Kk (SLpfsl 4 75 I 5 UK AL S e 2O iEr ) + 37°C
RARHCE 12 KR, SHCETE 4°CUKAR R PATAI 3 4 BHERT 1 63 B bR A, BEAT #da e
MR . 4R 8, ZAF 2 DT I AA 18 M H UL b 2) ka4 E: o BlAE T
37°C. 25 CHIAC, MEEAS R FE X ARSI o PRAT T 37 CHI 25°C i 44 1 H B
70 4543 WA IFRAE R Oppb, 0. 05ppb, 0. 1ppb, 0. 3ppb, 0. 9ppb, 2. 7ppb, 8. 1ppb. 4R WIKs,
RALSA WITE 25°C TARAE 12 /S H UL K 37T°CHRAE 6 A H, Bl 45 B34 R R IR
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