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MARIEERRX AR TR B R B AR~
ERBIFIN A

BR G
[0001] AT B AR BOR U, BARI R U Vi B SS 25 0 s S M R v B A 2 sg
8 210 Jf0 % 7 A ) B AN R P

BREAR

[0002] S VAR WA N N LA Rt AR 2R 2R 29, ADUE R A7 BRI Al 2 L 5
ERSEIUA ZOM AN TE TE A XN 2y PRS0 /2 B TR 52 (RO — ST 25 N A Tl )
AR (VBN & &K= s R 5 250 25 T 95 LA S R PEDOR) £ 7 R, 4l
BV IR E A RS 22 ARG SR B, LRI 2 AH IR B 25 4l
B B AR B 7K it A 7 Aiolb b R 0 AR S AR PR B v 7 0 R BRI R AR o AR Ak
B 0 N A 0% B E KTES 2 JJ » DRT I o 9% e 44 A 2 470 Bk B G D) I 2 AN DA o AR A
i 2 B B 76 SR CESROH R AR vy 38 S PR e PR ) 5 (R AT 2 PR 5 PR AG M) 5 P B
VEREANG B2 E I 5K, AT ppt (pg/ml (@) I EIR B A Z = 15 = R A
K BN E 755K o £33 25 WU v W B SR 250 5 I 0 F Al 5 A A B 2 o R DA R i
DE AR E R E BRI E KR B VERDE DR B ORI E (BRI 2)

.
2

[0003] <4k H iy 22 b g ek B SR 285 0 2 B e U B AR o 5 N VG L S e 7 VR L ke
B B v 3 RO PG 2 B S B A AN R B AR R T B BRI SR T RSS2 1)
b B PR R P A DA B B M S R A ) 45 58 S ELTSAM S e b — Pk A 5,
SRR R RV S bR R U AR TR 45 58 FrELTSATUIS RBUE (SR 5B STk - Je
SAR AT IR (TZE 58 A ) 29N 55 FELTSAII ICaofH5-106%) , H G Sxbr -+ DUE T4
A7 BUIG I TRV (5-10min ] A 45 ) ke 45 R B (AT AR BRI S, o/ fi BT 4%
UL W) SEO0 RS2 I A IR o R U R 2 ) DR A T 3 K

(00041 [ il 7o oMb Ao 9 P A TR SIS 24 W ERUAGE < o R A7 8 — K P

[0005] 1A I PR A ARG < 7 ot b <p b 00 U R 25 1 S AL A PR (TER S22 2% A
10ppb, M A AT - 38 8 24 1) s AR Sk B Aty : 30-100ppb , BLiZ AR #E 1510 X AR BZ2 p
W AR AR S L5 AR B AR E AT T, M STl g CAR Tz A TR , TEik
SARF A AR BEAT AT OB PRI AL, 5 H /N 5 XARBAGE i i & A A A ) 3 B A UA R
TR IEEA b B AR 78 73 T TSOR i A DU e e 1 L AR B P 3 B » (R P AR Al RE PRI AR A
B Bl YU B AR IR S maer R S P Y BLABEH P T SR AL, R I 4 % <A
AL Ao PR RL/NT- 25T 3ppb 4" RE T8 249 2 I P SEPr 77 5K s

[0006] 2,368 FH {2k AN 5 < sRX R T 558 SR r i T A Y 1 = Wl SR B2 i e e P PR S 4
PRAEFR ICHUAII 1 < hm - Hou e v E R IR (T2k58 45 20 /N T-45 T 3ppb, I LRSI
PIAEAR L B U VD 2 A n 5 N BICRIR R AT 1 B S A [T Se 25 5 5 (EL PR 5 A e T 24 )
ToAE SBL, A BE A BT VD 2 T2 73 e B SR S 1k 0, SR AN R e R v E AR AR



CN 106434566 A w Bg B 2/17 Tt

WA AL YIRS B, P Z S G br R IoiRAE i 2 vk vb B 45 2 e AR A ik v BN
WAV BIR G b i R 25 M i mob 2 VR R 2 VYD B 5E B AR S ks
7= AT — e B ARIE , (H 2 DO H B AR5 o PR SRR SIS S AL T o 1R o
PR Fh U U B 25 VK B = 2 AL TR B B A B, DR T TR B — e S s 7 o
Xt 2 4Ly i B TR AR S PEERE 2 T

b4 SES

[0007] ATk, AR AR B 1 7E T S mng v BH 28 25 W15 s S Ve o0 ve B2 oA a0 08
I bk B L= AR I BRI, S 45 BT IR 2R 5 T A0 Bk = AR 1 R S B B AR B AR s ) B A B
R

[0008] AR J5—A~ B HI7ETH S fng v B 25 259 5 vl R AR 248 S 4 Ak S
7R R B, 5 A5 TR A R A A 7 A T AR S e B v AT 2 e e S B 2R 2
S5 AA R IF s M, e A R I BV B R R B CIRTA Y B RV B K
VEVARVE EEDE WHI RS,

[0009] A BH 55 —AN B BIAE T A0 000 U B 2 2 40 50 v e oA 2 A T 4l e bk S L e
A P B LE AR T s U R S 2 W R B RE A IR LT SARS I DL K% ol 4% e v B 2S 25 W ik B8 S s
RS U= it 1 2

[0010]  ysif ik B, AR IR T AR T %

[0011]  HU 3R U iR 25 29470 B0 v R B A 2R A8 TR AN O A , AR 3l 4 5 9 CCTCC NO. C2015221, iy
ZNFRAS TR MPRLLIFLO, - T-20164E12 A7 HARGER T H [ L B 55 52 (R 58 L, bk e
=B T N A

[0012]  [H] B, A BH SR 3 £k — i i JRU0e o B 25 25 1 e e ME B e R A, BRI G 5 A
CCTCC NO.C2015221 1) Z& 22 81 40 M ik 433 77 2K o 1] 46 U Ve 085 R SR 25 W e e Tk B v B Bt
AT SR FH A AU 515, 0 P 22 I8 A M e ot A o 5 A Q3R ERUN R I AR K &
AP R Z R B AR AR, BR T SRR ik

[0013] VAR ZUIHE v BRUVR 7 2428 SR R MO MR- 1 1F 10, FH10 % FBS+RPMI—1640 2 i 5 5%k & 75
THRAEEREE T, T5%C00 37 CHFefa s, 2-3d# 1« -5 IRAL AL, R4 ik T %of
B AR K AR AN B, O 55 0 B B 3RV, P L3R 455 77 22 BVt e FH T /N BB

[0014]  $0.5m1/ R &AL be BRI vE S BaTh/c J\ R W 1 B, , SRR T R, FH4%1-2 X 10%/ H 2%
A Je A M G Tl v S IR B, 7-10K fE R AR K, 1000 /min g -0 10min 25 B I 7K o 4 i,
B F75 120001 /min &5 0o 30min DA 22 B3 B8 7K H0 4H e A, B b 375 BLOD2so F1OD2sof B AT A5 B 52 Uk
HEHEE, DUDTHERIUR S 859 T T — PPk sl HRE 5 73 -80 CIR/F 4
o

[0015] A A 4% B8 _F IR 5V RIS VB LE K BEA Zprotein G resin—iP kit il i &
IR AU EE 1, SDS-PAGE HL ¥k %5 7 45 A W « /K 24k M) AA 27 50K d (i fd B 48) A
25Kd (FUiRFesE) 2B 0 BRI 4k, o HAth ZR B 1 Ay , 3R AH E Rt A i I 2% 2 8 A M ik 5 A2
MEKREAR G SERENTIE P3RS Al s i ) (R KT 5199 %) |, m DAY A2 il £ 52 A 2
G 3% G R G 02 512 R 2 BT HRE AR R A 75 R

[0016] 4 5t B A e 25 i 25 24 40 9% G D 4 s 5 G DU R B AR (R 2 40 T2 91 R 4

4
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10ppb) il M ZEASBE 78 70355 R DA B bl S0 DURR AR HRUd 5 T 07 25 75 R B AR DUIR , A8 % B
MIBL VD B AR 0 SR ) 25 LA B R 2% A R A B Ak v B I T 42 5 rEL T SATR 6 i 3k —
PRENMLIR -1 LF 10, Ho o WART XoF S8 1 B SS 20 e s S e SR e LA vy R U it i Pk o LA
o, Frid SRR E BV E AR YE R Y E KIS E A W8N R 8%
(IC50:0.292-0.561ng/ml) , e VYR ZGH) 5 4o i -k A R 7% 238 XM G2 X
RRKTH50%) o AL, 1% 5P RN S 25450080158 R AT = 53— P e T R 25 4 -
AR BEABESEN T (10041 .592ng/mD) , AT FR 401 b B % R I 79 & 2 A
H TR BV IR 1% B R IUAIEE 2 WHIEE — 2B MI1 (o5 31N
6.573,7.321ng/mI) o FH I AT AN, A% W v ok B 470 AE AR /5 R B0 T AT () IS 01 58 o A gt e 5 i
Z3H) A R T TR I 0 52 7S b R R 250, A5 R ARE T T R s )\ e
WERZIY) .

[0017] BT DA bR BH B it 470 0 v B 21 20 A e S P B s PR PO AAR RO A 3 AR, AR R
PRAIL Y BT I 58 8 A A S 7= A 1) R o e A A 0 e o B S 25 M D7) 2 55 A EL T SAK
FREE DA B 1] o6 0 0 s I 23S 240 40 1) JEC At S 2 A )7 ot o 6 2 R 5 G BT IS R v R A
MIERNBE B ERYD E ARV E R D E KA 2 VAR B S E D E R/
VHiE .

[0018] 24 Jz: I ik A ) e s Bl 245 22 0 ) H A G Y A6 0 7 & A R 0 b= S8 o
AT vl BB ER I 1) S e S R E M B A

[0019]  {E G 3% Sbr il &, AR B AR I B R bk — 0 VA BIR A BRIV R IBE 7y 20
B> EARAE S IS R 2 AR IS A & (CBSA) (I & AR B A4 Bt JR A
ML (T40) , LU= Fi/ SR TeG fi Al ds 2, RIS R 2k (CL0) , (HBEIC S s R e
PEAE s[RI, R AR BH Bk S 50 DA AR S AEFR I iR T4 A 3 (IREHY B ARRIRH
P A R N0 2 ) % s A 4 L, 3% FH R B FRE IR 2 B bl 1 Nt o = R S Tl LIY &
AT AR IEEC LG o F At 1 Qo RE S 2 R (NCIE) IR SCEA | S 3R JIRAR S5 35 7 LA 2 HEL T
AH AR R &, AR T Sir RGN EER S LKL

[0020] 71 4 3535 o7 AN J2 A € 0 s 1 ol & op L AR R B ek Al fk B b B A BE AR 5 CNBr -
activated Sepharose—4B.2% 28 - [l AHAL BUAA M 3RAT , 171 BT G 02 58 A Z BT (3 A TAC
(immunoaffinity chromatography cartri-dges) #& ¥ Ffrid Fo )% 55 1 2T (013 i FiE 76 T
JENT & FFEPR R4S

[0021] P T AR W 8 ) 122 55 - EL T SATR B0 T ik 58 v b 4k i L 46 119 3 A S e ik, 145
AR W TR I G 0% bR a8 S FUE M e LA % I FRUSE 2 1) 4 0% 535 FE AT (3 A )
FEEARARMIMERE AR ] Ju )% S b ROV 2 Bis 2 R B R B kit b
B S AR R MR (T4 58 42V 5%) /N T35 T 3ppb , A4 a0 B A IR /N T2 T-20ppb, A
KV E VOPVD EAG IR /N T 25T 100ppb , [F B I _E 3R PR /N T 45T 3ppb A 254 1)
=W BENLA AR (R 5335 N 1ppb, S S A 3ppb) 4IRS TLE 1 2 U6 BH 1% S st -
HE 2 BRI L J 5 2 S5 A T TN, A A 0 2 SRR bt T4 77 (A PR VE A i f
VEBZH 2 AR 5 B2 A FREEA R AT A M) S50 1

[0022]  JTidk 42 o5 M (20038 e B0 PR L 3R 2 40 % o RE BT (i ik L B AR e #6k
(T RIBURE S LA 23 R B3 R 11 B A 420 661 AH Ak S0 -5 A DA A mh A 22 S5 v 2 1)
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H An5i & S PR ORI B AR s A0 30 [ A8 A oA AR AR AR RE A A &= B AR )
TRGH [ AH AL SCTL E AR s 5 2 B A VEHR 200 B AR s T (R4S G 25 S Va T Py (6] 41
WhiiERe RN &5 6 2 B, 22/ AR R B 42 K 8P v FR 2R 254)

[0023] RN 4 2 55 il Z AT (0135 o B0 OGS 26 ol B 02 o FUE T i A = 5, AR 408 A5
FEA T B AR 15 T 8 UL CHPLC-FLDA 0 NS R 5 2285 tH —Roiias = b Afk P e
i

[0024] 1 EFX/MEFR & = B AR5 EE (B An¥ 20 73 ik ppb2R) FEA : K AR T RE AR 2
W BTSSR A2 B AL Y A 45 A - O I AR R BN T R AR B BRI 2 B AL
AR e I T 7 e 0 — S o SR B R M AE AN B4 AL e 550 B iz b B 7 R R B R
G 358 2 AN E T BN B AR5 B, DA - — AH 258 77 208 Ao U RE AR Hp 26 JoT 2 e, 3R A
A B AR LI o 2 232 B BT R A DU A B A 0 v RSS20 i B R AR
(ppb2) K135 5

[0025] 2 EFX KABRFUARAR S & B AR E (B bn¥ st 2 App t40) FEAS R KB
MREAR B3 b n FUEHT A (TAC cartridges) 3 JE45 A — 7840 Beigk—HUT 2T BN/
AR L BURT & e — 2L 3R BB i ISR B e S P IR i b B 7 N R R HE
TACKT B ARIBRISE AN I3, e KABFREAR & B ArW e o B AR TR ME BT IR, F A/
ARG IRBCIG 45 A B AR 78 50 B b, SREL ST & A A 28 i 40 B H AR R A AL, %07 X &=
BUE F T IR8E (bR K bR 7K R 3885) b el e DA TR XS AR TR A U

[0026]  PHUA 4R T AT A, AR B4 L (10 A Jog 4 M ok W] o 4 T R Ve W T SR 24 WD
M B TR U, TR A SRR RV E L BEV B R E BRI B IKIET B2
Gh Oy B i R AN A, TN P T 9RO T RS 2 ARG I 0 G 0 S bR 8
FZ BT E T R/ G 38 51 R0 S AT FROBE AT (1) 1] 4% v, BT o 2 RO RS 0 7 ot ot B AR 45 6 RIRE LA
R L A RR I B SR MR RS M, TT TV N T A A DA B BRI Ak e 2
SRS YR B E B ML S B BT

[0027] A iRiEk 5 S Ut e

[0028] TR 7RI 2% A SR AU MU AR -1 LF 1O 73S oi 44 9 « R v B 2 D 7 e S P B v B e
A AT SR 20 AR

[0029] (¥ AT A : o [ S 2 BE 2 WA P O 5

[0030]  {RuEk & A5 fa]F% : CCTCC

[0031] {5y Aoy Mk « QL T G 2 3 L G R 22 Y

[0032]  fRjER HHH: 2015512 HTH ;

[0033]  {f35E4 5 : CCTCC NO.C2015221

B 15 BA

[0034] K[ 1P AR B Ik f 0% bR 45 A6 7 L

[0035] K] 2 7~ A &k B v B 44k 5 i SDS—-PAGE HEL VK & s I ik i 1 N EE A A &
Marker ; YKI8 24 2438 8 AR —1 IR 105 A I8 7K 5 SKIE 34 3 X W 1) 2228 I 41 B Ak -1 110155
A K s TkiE A R AL TR

[0036] &I 3HTaR NP MBI A i JEL i Vb B AR A R A MG DU

6
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[0037] W Affr R g )\ ol i e v ) 225 00 ) 422 5% S EL T SARS 07ttt 28, -l 46 M 72 B AR
R E B E ARV E SR E KGR VAR R JEEDE R E
[0038] (&[5 FT 7R o e A i 5 A m] DL S R

[0039] 16T v s s 4 Fkir i B P e WAL 252 1S

[0040] 7R NEAR G R S AR AT B 5

[0041]  EI8FT RN GIELE IR R R E AR E R E RV E KRG ER H
A AR 2 SR s B A 1743 71 3#780,0.03.0.1,0. 3.1 .3, 10ppbik J& ;

[0042] KO R A G IR S bR KX R 2 S BV E VDR Vb B S A o bR G U 45 R
3P

[0043]  E10FTIRARBEER TN BEVE FARVE BRI E BRI E KBV EL
PR v BRI 20 = 20 o SR IR P IR AR ARG DN 45 S B 38— A S IR, B8 2-1 1K
PRI

[0044] RV EIRRW EHERID R By 2+ A B+ RV ; Bin B+ IR/ Y
EHKEVE B E+nR BRI E R WEHERDEHRIEE ; Binb 2+
BRI EHKE B ARV EHE RV BRI B MRV B+ R BEHKE B R
WEARRYDEHKED B MR BRI E kBT &

[0045] &I 11 7 AN [ A A7 S G S % S bm o LU V0 B A U 25 S I s B’ 1-443 0 3R
0.1.3.10ng/mI#JE ;s

[0046] 12178 2550, 100ng/mI R PR ¥D B 28 G 04 5 Al ZE M e it A A T HPLC-FLDAS: I
K s

[0047] P 13H178 25,50 100ng/mT Bl v B2 28 G 08 o RN JZ M 36 it A5 A A HPLC-FLDAS: I
K s

[0048] P& 14Hr78 N25.50.100ng/mIif SVD B 28 G 0 5 Al E M e e A A T HPLC-FLDAS:
K s

[0049] 15175 425,50 100ng/mI¥br b B 22 5 02 5% Al JZ M e i A6 A% [ HPLC-FLD A Il
& s

[0050] & 16fn MRV 2 Bk B RS B R hivb B by o A ZE M ] i 2 il 2%
SRR P LY T Ly Rty & (VA SN =R N AT =

[0051]  K17H R NEEY 2 AR E R E R E AR EB AR ISR
A SRR T W ZE AR TR, B A S PR 2 I Il 22 0 = ik oy 35 5 B T 3R 15

[0052]  KE18f R ARIEY B R E ERI E WD B AR EARKE DL A 4b 5
5 N5 % iy 4= L5 15 AR 28 G 935 S5 AN Z M 08 R T HPLC—FLDASE 0 1

[0053] & 197~ IR 43 5 R 50pe /mI sV B ARV B R 2 R B AR
B ZW)100m VR A VR 28 5 9% 50 A1 AT AR R AR i W I A AR IR HPLC-FLDAS U B 5

[0054]  E20f R ARBIEY B AR E ERY B WD B AR B LR EA %
b i o TR e Y ) [ T <

B
(00551 A B At 1 470 Jo e v B 2K 24 W A e P R T LA 2 SR A ek B L T AR 1
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BRHUAIN ]  ARSTURE AN BT DS S AR SO R 8 00 T2 S E LI e il 75 24
T, FIT A FRACLIR 5 0 AL Bl AR GRUIBCEE AR N TR U2 2 111 2 WK, e AT R A B G A AR
R o AR PR (1) 7= b B B P O 28 00 3 B A ST 9 3R AT 1 R AR N I B BB AE AN I AR
R P 2R R AR ] A 6E AR SCRTIA 1 5 VA RS, FHHEAT e s B0E AR B 540 4, Sk sSE LA
2 AR R BB o

[0056] A PR AE 4o S bR R il 28 Hp L AR 32 e ik e — 0 R A IC V2 BROR A BRITVE — A BEC
77 2 B V> BARKE 5 Al B BH B AR S B 22 1 (eBSA) Bl 45 AR R v Bk 3t
JEAEIRZE (T4%) , IR T IESHB 0T

[0057] 1. h — P ABHRIE

[0058]  4Mg 2, — i (EDA) 54+ 1Ll A S VR & ¥ T-0. 01M PBS (pH7. 0) ¥ H , 754k 1
A -3 2 ik — i (EDC) ME H T, 5 A AR L7 A 8 A 4+ - COOHBR & , i M i fr it
= [MEDARIEDC, R13 [ & F AL 4= 75 A &2 A (cBSA) 1B AR F Bk

[0059] 5 REiEVD 2 (BF) bR EEVA RAEN N- " JL B Bk (DMP) H , INAN-F2 LT Bk W0 i
(NHS) \EDCZ 4614 't e Biisk 47, T il AL T s (IR B O B 13 5 B IR eBSAYRIR & 5 1R
ERARFF33 % DMF, = R IR S N 4, s B9 O B BB B T & A8, UKK i (0-4°C)
TAE33%DME/0.01M PBS (pH 7.0) & AT ENT o« T4/ NI e — IR IE T, R — IR DMF A
B 385 % , B ASYRJG , IIJCDME 0.01M PBS (pH 7. 0) k4B it 50 )5 » 16 & SER M E I 4%
H/NGE RS BRSO B, T80 CHUA 7R Ja IF 8 7R T RAF 1 ([l 448 KEF-cBSA . 584
AL UL I A ERLL

[0060]  2.VRATRETIE

[0061]  ¥5#faFREL— & &RV £ EF) dnks, 3T — & EDMF, iR T INE="T iz, #52J
Jo NS IR S T I, = I IR SN Lh, 43 T VD BSOSV R B PR B — 5 B BSATE Tk
FE Eh 22 B CBS  (pHY. 6) o 44 LU Vb B R LI N A BSAM H , %5 T Hi k& S23h 5 435l
100 X CBSiEMT24h , BRA BRI — IR , £ FHPBSE T 2d , BUD VR 3EAT 5840 9306 (W1200-400nmilé)
FEARF Y ) 26 R T4, FEAl L Eh b

[0062] Ak BH R FHAT A BRANAE Sy il £ B A s, RIZE S48 IR (HAUC T 4. 3Ho0) 7K IF ¥
T IIDAT A6 B = (NasCeHs07 . 2Ha0) Y5 15 22340 Ji SR HURE AR 4 0K, B 220 . 22um sl FL IR 98 25 Bk
KR, 3 Ak S B 45 A 3R BIURE A2 40 A 20nmits) — B A4 4S50k , 890 BRITTIE 46 o

[0063] A BH R FH 3 51 A B B 40 £ 1 D] 5 B R AR T FLIRE B 2%, FF DA BLALAS tH B AR
1 SR [ IS A o 7 DR R 20 € AN AR 1) o v R P AR A i e SR P R A 5 IR e d i
PRI FE, DL IR 8 5 oA 45 A0 38 1 Bl A9 4 SR B 75 2L 34T B S AR S5 1, AR id 5 (1)
PR SAREN B T RAR &S phil T

[0064] A BH AE G 05 515 AN 2T E 1 B DA R FH M T € v A 1 o) 26 vh L BT R F T A8 BRIV
ol J5F v B A B ) T R R O R A

[0065]  Z%=z o 40 M A MO AR — 1 LF 104K s A2 I K AEREA , Zeprotein G resinZlifbFRELSE
JIR B A BV, 5 N1/ 10 X ARFAIM Tris—CI (pH8.5) HH Al )G , 8 [ F &k k5 & il e 2
WRER T4 T 2mg/mIPA S 42 SDS-PAGEHA, Kk % 78 HLAR 4 B2 K T4 T°99 % (8 A H UK 13 R 4
H50kdF125kd =4 B A ) FEAGE RILE A2, A IF IR A AU EERAE A, £0.01M
PBS (pH7.4) Jei#EHr24h )5 , B A0 . IM NaHCO3,0.5M NaCI (pH 8.3) [ i#&#r24h, iZEEAME i

8
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FEARUEA W 5 CNBr—activated Sepharose—4BAv2#AC BE,

[0066] FEREEIAANER S T ECNBr-activated Sepharose—4BFZGE/A Fl$& LR 1
TR E A5 B T Sepharose—4B/NEk b, ARG

[0067]  FREUE &CNBr-activated Sepharose—4B powder, %t 1mM HCIVA K —VE b2 4 1%
J&i » FHO. 1M NaHCO0s/0.5M NaCI (pH 8.3) ¥t — R AE & 0 255 LGBk 2mg FR A4l fb ik
H/mIBE A LR BB AR RS B T2 AC e, B S Ol B e R SR
AT A BRACR , A8 B T R AR T 2 - Ff T - PP R P A B T SR D IR B AN AT IR R
T10XARFH0. IM Tris-HCI/0.5M NaCI (pH8.3) W&, T-4° CIRAF% H.

[0068] "I [ i A i BH 5 A P 70 80 4 A S 225 4 B o o 7 A 2 A0 U A L % L7 AR [ B
IR g — 0 U B .

[0069]  SETiti 51 « A= B} v ok B 5 o3 A4 Ao AR FRT A P 15 4

[0070] 1,788 s AR -11F 1055 75 5 195

[0071] AV ZUIRE v B 28 S SR AR MR - L LF 1O A7, T-37 CKI Hill i Bl AL, , 600r /min &
Lo5min, 75 _EIE, MU £ 15 % FBS/RPMI 164085 55 U C2- 40 i, 54 b3k 5% 359 £5m1 fi5,
FUHE T-50mI 40 fuds S h , B A RIS FRAR 5 7, R A AR K 2330 %6 %5 58 5 1 L, e
Mo K60% oAy (hb T A8 KIH) AR, B 2-3 R 3% L2 3-4& R — K.

[0072] 2, FRiEE A AR N 154 5 IR 7K SREX

[0073]  ZF 44 P Pkl 2458 98 ZH M AT 7-10d , B 12 R 8 JE WS 1 EBALB/ ¢ BR 4%0 . 5m 1/ R s s e
B RELIGE , VRS AE O IR A8

[0074] X [ 3A b T X0 50 AR A HHAN B 35 57 0, B2 8 4037 400 e s 430 400 B I 9%, 1 2505 4 4
Mo BV 2 50m T B  h, 600r /min 850 1 2min , FEE5 30K, ISR AR T MLIE RPMI-1640 H &
YU, T 50— IR FERPMI-1640, %1 ~2x10°/0 . 5m1 F FE 1L 5RPMI-1640 B B 40 w45 FH o

[0075]  EUHT-10K )5, 4% 1~2 X 10°A Z 28 SR 4/ R s v 5 IR B0, 7~ 10K S5 %
FENE 7K, 1000rpmZ 00 10min, P22 B B K 4i i, B35 f5 12000 rpm 00 30min , PA 22 F5 i K
WA R, FEER I AN 66 T 43 B OD2go FT0D2sofH , #4151 X 0D28o—0. 73 X 0D2so
ARMMGH G EAE, I BARIEAK S A0, — 5 BRI A ELISANE , — 4 F T3t
WEA AL, R -20°CHRA7% H

[0076]  VEGTZRAIEAMMPR-11F10 T~10K G, W12 R4 R LRI K430mT , 4858
ARG GG E T B IN0D2so F1OD2604H , $% 1 .51 X 0D2g0—0. 73 X ODaso AT B EA G EL N
50mg/ml .

[0077] SRt 2 A% < B BT 3k B o o A 2 1 1 2L

[0078]  PK/AK M FHVA0.01IM PBS (pH 8.0) 4 X B i /K VEHE &K - #%50mg M &5 : Iml
Protein G Resind4iZBRIE7E T 24T H/NE (LomD) 1, FH50 X T A PRAKFAK FivA0.01M PBS
(pH 8.0) P47 ZMTFE J5 , 2R FHE &M & Protein G Resinkk: [ SRV H 98 Tk, AF 7K
[ e B PR A A 5 E A GK RIS A, B0 X T RAE R i3 0. 01M PBS (pH
8.0) Y FE A KB Z AT AL, LA BB T 2P R 8 A .

[0079]  4F1.5mI EPAFFRANIALOORT IM Tris—CI (pH 9.6) , [k Ab3E EHTAE A 3K%
0.1M GIycine—HCI (pH 2.7) ¥e/ii, BEVK%0.9mI /& 5 Sl B , Wie B2 48 &% B/ Vi vk D
OD2sofE FHUE , A HF AN, A IFME T AP 8 F, TUK%0.01M PBS (pH 7.4) i iEHrid




CN 106434566 A w Bg B 8/17 Tt

W o FF B/ VFSDS-PAGEHL JK %5 7€ , HoAR T4 734 -80°C IR A7 4% H o

[0080] % HE ik J7vE, HI20mI LIF1ORRE AR KAEJE B, &5 protein G resin—ik
alifh 33823 . omI 2l fb 5 1 BE B, 220 01M PBS (pH7.4) BHT G3K1525 . 8mI B (A&, &
Bradfordi:% @ HEA S & N3.05mg/ml, BIHL3R1G78 . 6mg H v FE HU AR Ll (L B2 1 . 8 SDS—
PAGEHL JK %5 58 (WLKE2) , &5 S W R /KAL) AN H £50Kd (Biik HE8E) F125Kd (ki sE) —
KB ERET, LHMREAT , RUARKW LIRS RnEn GERTHT
99%) , AT LAY 2 il 5 58 A G 0% b = A e o A2 AT B AR ks D44 75 3K o

[0081]  sLjafs]3: T S AR e -~ (Gebr-R) P LI5S ELTSAR 4k Hi i (EF-
cBSAMEIRY)) il &

[0082] 1.V E 54 MG R & A EE Ik = W ABEGE , H T A4Z 5 S ELTSAE 3t
Ji)

[0083]  #AK R [ A 20012, %, 23.6mg BSA,25.6mg EDC, {K K ¥A T 1mL 0.01M
PBS (pH7.0) 1, ¥R 14 (20°C, 110r/min) ,0.01M PBS (pH7.0) EHr24h 4 H .

[0084]  fHYIEE . FREL15.3mg EF (BiEVDE) ,5.2mg NHS,9.3mg EDCIE T500u] DMF, 2= J5 i
YRt (20°C, 110r/min) ,3000r/min&Loomin, BL1000T & AN 2m1 5 5mg 34 £ [ H
(%33%DMF/0.01PBS (pH7.0) FL i) , = IR EDEIRF I (20°C, 110r/min) ,3000r /minEg Ly
Smin, B EIFT#ES ST, 9 B 100 X AR FR KA 33 % . 28% .23% 18 % 13 % DMF /PBS %1%
Mrahjs, 0. 01M PBS (pH7. 0) EHridt 4%« BUD VR AT 28404301 (W11200-400nmi) F1SDS—
PAGEHE K %5 5E , HoAR BB 7 il 8 B T8

[0085] 2., RV E 54 TE A &AM CREIREE, T9Eehs R Ea iR

[0086]  FEEAFREN10.8mg EFARFE, & T600nT DMEH, I8 FANAuI IE="T &, ¥4 55N
AN6UTSUH R 5 T IR, = B G S B Lh, 49 B VD 2 ROV, AS A FREX L9 . 8mg BSAVA T
6ml CBS (0.05M Na2C03/NaHCO3 (pH9.6) ) o 44 B i Vb B R N INBSAR Y, Z 8 Bt e B2
3h, 437 FH100 X CBSi#E 1 24h , BE4h il — K, 1 FPBSi#Er 2d , B VR HEAT 52409306 (200~
400nmig) HISDS-PAGEHE Uk %5 78 , HoAx#B 7r il # i R 8, IG5 tH 3 bl o

[0087] 3.V B 54 ILTE A & A B E 4 5 b

[0088]  JEid 1 B I RE AR F3R1F Z0100mg (CAEE A1 & &0 B B 5415 H
B AR R T8, 4835 K 240-400nm%8 A E LA I, AR I 75 27 8nmAk (55268 g X LE
HIE) F1330-350nm4th 3547 B b (1) W USC0e , DAL P 3P e — STV Jlec VR AR B A0 6 4/ ks 0 ot 2 Tt 2
H IR A TR EFVA L3R5 29 20mg (AR A& &) B B 5 4R s A & BB R T4
CEVE BRI AR 7E278nmab (541 (A LT &) F1330-350nmAb 3447 B S (1) IR Ui
W, DO, 1] 31D VR G T V2 A DA 55 s T it 2K 5 FH 5 - AL BSA/E 330—-350nmAb Jo A7 B W Ja v v
B FRAE MR AU 72 27 8nm &b A BH 5. 1) £ [ R AR WA 20, LTI 3 1) A L7 1) B 1 AR D2 5 1T Fh A
BT 2RI 50 B ik VD RS0 5 1% 45 R I JE Rk oAk R B B BT
JRIMERAE S A 40 |, 48 [0D2rs/BSAS &1 / [0Ds3s/ (3.4 XENFA»F8) ] A it : = b
IPERAA B BE YD B 5BSAEE /R 43 13 LALG: 1, T3 2 )i 82 H0 0% i 56 .48
PRI K.

[0089]  SEifi {4 « 15 A JIE K KR AR 0 JEL Ui b B2 2% A0 7 LA Bt 8L v b BB SR ALY 95 28 X143
Mr
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[0090] 1. KELAHELISA (checker—board ELISA) b B4R R TAEMR EAIIE K TAERSRE
[00911 (1) A2 :0.05M NaoCOs/NaHCOs (pH 9.6) :1.59g Na2C0s,2.93g NaHCOsfll =
ZZ7KAE1000mI .

[0092]  (2) HUJR A4 : EF-cBSA (B — WP f& & Bl A BABRIECEL 9131 1) A A AR, 3,
1,0.333,0.111,0.037,0.012ug/mlJi5 37 B B4 TELISAMRFIA-G Tine (100uT/well) , [F
154 3ug/ml cBSAEL TZARIIH TinefEXSHE, T-37° CIZ2IF1-1.50 )5, BACUKFEIRIR ISR .
[0093]  (3)0.01MPBS (pH7.4) :2.9009g Na2HPOs.12H20,0.2964g NaloPOs. 2H20,8.5g NaCl
=7 /K21000mT .

[0094]  (4) $F M1V : 1 % 0VA/0.01MPBS (pH7.4) .

[0095]  (5) BEig: BUAL AR L T, PBSTHE 34K (30001 /well) , 31F

[0096]  (6) JhiA] - #340uT /we TTHinds AW, T-37 Cig 2. 5he

[0097]  (7) PBST:0.01M PBS (pH 7.4) SNAN0.05% Tween20, 857

[0098]  (8) —HiMREM:0.1%0VA/PBS,

[0099]  (9) HUARM B : FH — DUR B IBUR IR K R A 43 Sl A B A : 1: 10000, 20000, 40000,
80000, 160000 F. AN, [AIA 15 1 : 100007 11%F & L HTds A IE/K (AR AL 2210 TR kL2
B XS 22 S 42 i) SEAT R, 4 Sl i TELISARR (/9 1-2,3-4,5-6,7-8,9-10, 1 1-12%1H1
[0100]  (10) ¥R ECH , FL T, FHPBSTHES 3K, 0T

[0101]  (11) JOAL00uT/we IT—HUiiF B ¥, 37 CIRIF2h,

[0102]  (12) =HUWF BV : FHO. 1% OVA/PBSY 4% 1 : 500F B b — Bt CAAR 1 S Ak P b i
th=E P/ R TeG (H+L) =30 o

[0103]  (13) HXUHiAR, JA T, FHPBSTHERSIR, #1T

[0104]  (14) #%100uT/we TN i B, 37 CIEHF1. 5h.

[0105]  (15)ELISAR ik :4.86mI 0.IM Citric acidi55.14ml 0.2M NasHPOJRIE S »
fnémg OPDFE 73 VA AE S5 FF 2001 He02, 8644 FH

[0106]  (16) BUHAR , FL T, 4R PBSTHE VR +2/K PBSHEAS o

[0107]  (17) &t AT, #1000l /wel LN iR & A0, #HO6  A3min, FALIN50uT 2M
HoS042% 15 2 N o

[0108] 2. [H) %56 G+ ELTSAM & JIE K FE A% B Vb B2 A 73 DL it R b B 51 S o
LS BES

[0109] (1) BkERELSZ AW FC i« [F) 1

[0110] (@) FlA AL : DL FIR A 4ELT SATRA B A5 58 TAEH B2 () EF-cBSA B 4 T- 4B B AR iR
[JA-G TinefLH (100uT/well) o B4 BT 0 HE : [F] 9k JE e BSAEL B B AR AR IH Tine (10011/
well) ,37°CIEMF1-1.5hF B4 CIBFHTR .

01111 (3) Wk Bl FR Ui A L.

[0112] (4 ik S5iF L PR TS &

[0113]  A:0.2%O0VA/PBSHEIEAKEEARFRBERLL /2 X A 8 MR FEAE Ry TAR MR BESAR 2% FH o
[0114]  B:¥EHRRIUEE Y £ NV E R E R E KB E VAR B IEE
VbR UbHi v B ) bR, FHO.03M NaOH4Y BIFRBEAR 1 00ug /mTVE B AER 4 F o

[0115]  C:HU5X63Z1.5mI EPE, iR fEAF FHO.01M PBS (pH 7.4) 1 5 LA Z54 43 73l

11
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FBE0.2.0.6.1.8.5.4.16.2.48.6ng/mI A MFBERD HEU3 X 6371.5mI EPE, 3045 Bk
AW A0 .01M PBS (pH 7.4) $4 J5 = Fh 29 0 AR R A1 .8.5.4.16.2.48.6.145.8.437.4ng/
mIZS AN RE AL s B AP 2 B IR B 420 35m 1/ %8 43 AN R 6 SZEPE H, 5 B -— 32 15mT B9 0 &
H5.5mI 0.01M PBS (pH 7.4) , IN5E fa RSB O A S5 ISR AR 1) FaR TAERBE ik
[0116]  D: AR B LE T = iR (50-100r/min) ¥ 5 —/INEF o

1171 G) =¥ & % LRSI E LIRS RH o wFh e —dt &R
G —— X RN EARBEARIRMIA-F Tine (100uI/well) X (1-6FIRT-1271) fIfLHH (A kb6
ANEAL) S BEARRIG\H TinefLH MPBSH Ab R —Huii & ¥ - 37 CIE ¥ 2h

[0118]  (6) —HUIF B S5 HI¥Els i & Bk AR BRI EELTISAT V.

[0119] 25 5L 53 #fr : B AR B FLODago i , #2 [ A= 1K 64 52 LK 1 B (G « % (BT DA 43
BR) » A-GAZ IR P A 5098 2 HAE GRZRAL) P38 Ja 1 9 &A= L BR AR5 1 SEPR A, 4 55+
PSR B IR T 5 AL PR A SE A Ay 44 N B, TG 58 A L5 GAZ SE o 4B iy 44 J9Bo , RRAE [ H il 22 4%
(Bo—B) /Bo X 100 % v 5. , P LARFAZ 52 4 B (W9 BEAE B AR &, B A ) 0 okl 2 A DR A B 22 il 41
il 28, 3 N VESR 1 Co0, 1Cs0, TCs0 =AM B IR 2, Fo e T Coof S BRI 15 I 58 4 FEAS O 46
I RE , TC0 IR N7 I 55 4 A AR 1) e i A PR 5 TCo0— 1 Cao R AL P A A 437 I 5 e Ao
AT SRR D FE VS 4% (ICs00f enrofloxacin) / (ICsoof enrofloxacin analog) X
100 % K HoAth 7 R0 2540) 5 I va Vb B % 28 28, RN 38 Fr FE AR FEF RS E WAR 1, FH A
it 2R & DL 4

[0120] 1)\ PPim e i B 2 1)) 235 S ELTSAIR B - R S4

[0121]

A I1C20—1Cs0 (ng/m1) ICs0 (ng/m1) 5 BT B s X
ERIE |0.06410.003--2.35+0.121 | 0.293+£0.009 | 121.16%

BiEYE 1 0.083£0.004—2.53£0.135 | 0.355%£0.011 | 100%

HHRYE 10.09510.005—2.73+10.131 | 0.451+0.016 | 78.71%

EHEVYWE |0.09810.006--2.83+0.138 | 0.473%0.019 | 75.05%

WiEVPE 1 0.099+0.006—2.71+£0.136 | 0.561+0.023 | 63.28%

ARVE |0.283+£0.031--23.55+1.587 | 1.592+0.089 | 22.30%

WEVWE | 1.5510.126—71.34+3.126 | 6.573+0.368 | 5.40%

RV E | 1.8310.154--80.68+4.138 | 7.321+0.453 | 4.85%

[0122]  7EALALELISAH, LR i vD B 5 BH B 14 2 M (A 8 AR B (Bl W0 i i)
PEAAEIUE, B 4 1035 B 8 R B b B 1 B s 11RO 40 M 7% 28 T /K A ik 36 —
P, RATRE B R TE A JEAKAEB P —Puat B, 5 R IR : lug/mI 2R iy A &
A B R B2 51 : 10000IR A 45 B 11175 A2 IR K AR — xS HRZHL (I 0Dago 341/ T-45F-0.. 05,
ZEE BRI KRG L AFE MR, HAR 304 K ODasofE 5 A4 B A K — B RS
P BRI SEAH M , R B PR T RS IR R PE4H Z H , MR 3 B ODagof 2. 0-2 . 5 A4 B iR
WSS — R4 B129:0. 11 ng/mIAIL : 80000 E T/ 1k & Al — i e i H T3 4+EL I SA
W5

[0123] DL Fak TAEWK S A b R AR bRAR , A 1: 80000 /KM —Fi 5 Fik RFIKER
J\ iR U B 25 R RRE 4y IO B S AR 3% ELTSATR 36 S5 13 5 W FE ODago F- A (SR Ih ST IR

12
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36 5 4% (Bo—B) /Bo X 100 % A sNAFREFIZGH) 351K JE s il 28, DL TE VERE AA b, IR R AEGh AL
P P 52 S AR R I o it 20 45 R DL PR 4 s F A NTEAR R PP 2541 20 %6 —80 % #1 il 28 (1C20—
LCso) PRI A5 IR P S [ 15 R PP 25 4 1 R B2 (LCso 3R RGANZ A WA I R B
PA (ICs00f enrofloxacin/ICsoof enrofloxacin analog) X 100%E-tFHEIELEEZ Y-S
R By L&, PR = KEARSH G W LR, AR IAE A5 H

[0124] 1. iZHEwEIAESIERDE BGE . FRYE R E KRG E Gl &R
R EE (1C0M0.292-0.561ng/ml) , %I FhZg 45 Bk v B A R UT S 28 Xk (B8 LEK
T50%) %L RN T — i iRy RS LR JURhasune v B 2 254 i e A 1k A e 2 A %
o 7= AR bR L B A I B

[0125] 2. 1% B vl [ B A o0 £ AN I 2 AT (3 AR 2R 00 1 ) — P iR B 2 M)A b B
HERPEATT (100241, 592ng/m]) A AE A b B P i) & 8 AR FH T
BWILTiA .

[0126]  3.iZHLEIUAXEED B WP EA — BT (Csom A N6.573,7.321ng/
ml) o

[0127] 4 iz B Hroker U ieE P PR 208 o« AR vy 2R 0P ] [ I 0 s o P ane WA B 2540 iy R U
A [ ) P 7S b g v B 250, — A R R AT (R e )\ P R B 2540

[0128]  SEjifa a5 B A 4 1) fill & 5 o =

[0129] 1. FcAk &1 il &

[0130]  HW1%HAuCT4 (FH &R N =28 K EC i) &0 . bm TN A 249 . smLEB2E /K , {3 &
SRR IERN0.01% , B T R4 E G T /KN &K 5 3 S BRI BOR FEREAR 1
AR NI I 76 R T IR IR R A I I RE T BN 1 % B AT R =NV T
1.25mL, 4k SN B 2 VA TR 2 AT . A H S B TR 4 CUKFE R 17

01311 2 A& & 1TAG

[0132] il & HH 1Y o A <0 UKL A G2 A 12 I3, K ZINPE 15— 30nm [, T /)N R 4 FURE 2 5 38 2
A BAERAE R, BB S I8V, DLIR 17 B e A e ROk B o

[0133] s 3k HH— PP ST R BB I 44 DA B A 38 e b S 2 AR R VA DU 40 U 5
PR DN < S T R PR RS W SR A R e T O — A PR % R A R AR R A AR 3
— M, AR B SR FERLAR 29 9 20nm AR Sy JEURH il 2% B8 3 [ J AR S bR AR B, #100mI 0.01%
HAuCT 4Nt . 5ml 1% Fras B S L 461 28 28 B3 V453 B A 4 B/ D 1347 400-900nm ] WL %
SR R LIS 3 A R 4 o DL L 6, AN [RDRL A2 A B LI T , 1 R I AR
F£522nmAb A B 2 W g R A5 1 B R AR R OK 22 BURURE IR R A2 AE 20nm , 3F 5 HL B R 42
WKL 3G 251 50 , R AR GE i Mok 42 20nm TR BLZ) 1 60 % , R A% 1 SnmAl 22nmik £ 2 Ak
Y915 30% , ki 4% 91 6nm A 24nm TR E 2 AR LT 5 10% o

[0134]  JHiLEI5-TRIUA K O IR TRAAAE, K/ANE S —BRAR SR8k, e T T —
A B B AR B AR R P 7

[0135]  SEZJiti 1516 : S A il 4%

[0136] 1. 4lifbHiibheE AR AL

[0137]  EXA R 4L B Hi i A T &M 48 (7500-14000MW) H, T-5mM NaClI (pH 7.0) &4
CHENLH EFA-6h I — %) ,ENT G R E A 0 . 220 FLIE I 38 , 1 98 J5 T4 CIR 74

13



CON 106434566 A w Bg B 12/17 |

.

[0138] 2. FfEhrid =/ e

[0139]  HXSSZEPA 5 M Lm T S i 461 5 B A 4 Bl i » [0 BR v B i 4 & (1 FH5mM. NaCl (pH
7.0) VT B BEAR0.10.15.20. 25,3035 40ug/m1 , 5 HUEE A RO . Im 43 F BN & s
EVREPE H ,5min /5 IO, ImI 10 % NaCLVAVR , VR 2J e B 2h WL 5%, IF LA RS SE Im T IR A 9
TR AR A U &, B Z R E AN RIEHE.

[0140] 3. HFLEAM B IAELE R

[0141] 0. IM KeCOsifE ¥ 4V BipHEES. 2, BU10m ] .V pHAE Y 435 B b I B bR 18 &1
BREAWR ERZ200L) , HHE15min, 4 CHE LA G, M0 5mT 5% BSAVA W E 4],
3000r/min & 0230min, 2R E K RIRRL , B 5140007 /min & 0230min j5 BUULIE , H T
TEVDE 2R AR AR B 5 2 — il AR , A CARAZ R

[0142]  SZHEHIT : Gl S bR 42

[0143]  SE ARG SAn RAFARE: (D FERE, Q) S63 BRIEEH) . () i (EEE
AYERED () Wi 6) SCRFISAR (PVCIEHR) - (6) Fh ekl &

[0144] () #Edh 3R T B AT IR 2 AR AR T s trom8964 (25 X 30cm) L3¢
A2, RS I PR 3T C P 2-3h, TR %

[0145]  (2) 45 A (k&) M LA — S WER A A A A AR strom 8964
(25X 30cm) BTG AF 4, 1 1o oA 5 10 1 BR 5 B B A4 £ 1 VR 350 S0 MR 3% 8 Amm B 1 3¢
WAL b = T, TS R H R, T4 CIKFE IR % H

[0146]  (3) EMTIEE (RHER £F 4k 2 i) < & FiWhatman A ] 3R L iE IR 4F 4 % i (Immunopore
RP, 25mm X 50m) 7E iR 56 FIfiE . 0. 01M Na2COs/NaHCOs (pH9 . 6) 43wl Bk vb B 4 i 1 & A 18
B GR A BREFZEA B0 Al 250/ R TeG (H+L) HiAAM B Rl Lmg/mI , BBioDotXYZ3050 =4k
W5 i 6 b, FBioJet Quanti300FHefih i E s St ok = Ry 51 P47 Hulst i £ENC
JBE I AR IENT/CEe o 3T CHEFRAR T G , TR B B MR, T4 CUKFE T RAF &
[0147]  (4) RS« 1 F BHg A — WA TR A mlH 4t (5072, 20 X 30cm) Wi, A4tk
TIBINLTI R D8 P A Smm A 2R /N o, T 2 2 5 R )

[0148]  (5) SCHFJAR « 1k FH Hilg AR — MR A 7 A "R AEDB—6 %% &bk -~ % FIPVCIR
VESCHFRIERAR (6em X 30cm) o

[0149]  (6) SMEAC BRI & 3 H BIGHE AR IR A Rl ALC-9-1 B )& bR & Al
IR EAEIMEAE

[0150] % bl %50 4% HE L B AT A 7 22 36

[0151] St M58 : e J85 b = e e U5 1 25 470 o 28 0 6 0 SR 0P T o A

[0152] RS HMREEEL E ARV E GRYDE BRIV E KW E ERIPE %
EVE R E & Img, FHO.03M NaOH4Y HIFEC il Img/mIAEAEWR , I T4 CHRAFE % FH (%
RIS H) 43 3 H— 53 FH0 . 03M NaOHE-43 7 BC 150 0ng /m LAE TAE A& A7, F5 FHO . O IMPBS
(PHT . 4) BB A 25 TAEREAE WS IFC A% : 0.0.1.0.3.1.3.10.30.100ng/mI (ppb) LA
T P43 S T 81 4% 16 0% b R IREFL P (00T /FL) , FHSZHE B 7 %0 0% b - X RN
S Z5EAT E T S 5 10min 5 WS¢SR 30 45 BLIF Ao s), 45 R WLIEI8FIIEI9

[0153]  DAAR & B ol b 2 1 -5 e A 4 A8 B ol 2% 1) e A AR Ul 4 , LAVR & BRIEF V%

14
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AR B B 5 AR IS A E A BRI S5 B 50/ R Te6 — R s B
ZH 3 S 7R < bR IR 0 )\ g e s A 25 40 B0 L 0 A ) R K B s < WK 9 3ng /mT (1Y
Ray B IRV 2 R B RV B R 2R B4 5w F Y 8 R R N2k (T2R) 58
S YZ S e hr R IR TR G R PR 24/ T 45 T 3ng/mI, Horh il R0 B AR
IR B > Ing/mT v YD BAE 55 W Be AR M2k 58 4V 2% B W Z e bm R 0] v b 210
IR A R)/NTF 2T Ing/ml, 45 R WIS,

[0154]  30ng/mI¥bHiyb B AR 5o Mker I 2k 58 40V AR U Wi R Rivb 2 (ks IR T
SET30ng/ml s TOATI00ng/mT S FR D AN 2 V0 B2 0 A 5 M TN 2 K 70 A 58 2 1
Rt Wz A D 2 B R DURR AE10-100ng /mT, 45 1 W9,

[0158] S99 « 4 Y2 prbs - Xof T Al o Ui A 245 =2 23V o 24 0 ke D) SR P ) 4 B

[0156] K EWIDE AR E R E R E KR E T E =R SR
HA G104 S) R G, A G SR ET N3ng/ml, BAALG T BAL IR E N
Ing/ml, 5 SEHEWISIRIAE I THEBEAT IZHTIIE Hidk, 45 R WK 10,

(01571 B 10W] WL, RANFE M0 23 A 0 REZL (55— 4D) Sz ebn REITEANCEL A B 5
(AR5 5 U % erbr - AR IR, B0 a B LA e hn R 1 RE 2 B VD 2 5 2R L A
H AR IBCI FII TRBEA L E 5T/ B TeG BT 3k o

[0158] %Al LAl , S2-114D) M3 I Re e e F e PUis IR 5 B b
BRI &5 5 T S 2T R 4 R U Z e hr B B2 3ng /m (1 b 3d T b i v
iR 25 ) = 4 o0 SR IR PR I 2 /N T 25 T 3ng /m, 45 45 St 9] 8 B 20 A ik 36 45 R Ui
bR AR 3 T R e U IR 24 4 R AN A A L AR T A B IR, HL R B A
A1 o

(01591 S 10 S5 pbs R U2k i TP BE 100 o

[0160] DA PRI RIS SR g pss s 57, VA0 B AR RPN IE 1L (RS R iz b+
IPLEL mT-H0RE 77, S R LR 2.

[0161] K2 hr-R xR U VD 2 SRS 3G PRAE A e U

[0162]
AR B AR R R AR IR ng/ml 1F5 R
0 -+
HH 0.1 -t
0.5 4
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[0163]
1 +
0 bt
A 0.1 o+
0.5 e
1 +
0 bt
0.01MPBS(pH7.4) 0.1 -+
0.5 ++
1 +

[0164]  R2&7R: LISE A JE JRON AL ot , RV VD B A I, HoAs U5 5 5 2 5 41 e B in i 2
SR B MR » 5 B RV o (R BE s b B PR I A 5 S E S AR — B0, i 5 R o g%
bR R T-ITT, A& G hn R B SE b B HIFR AL A 7338 W -

[0165] S5 11 - 4 5 e o At s TR AL M

[0166]  HR4'CTHARAT — = HIR I I ehn R 1SS HE RIS 5 AP I R vD 2 &
R JEE 5 S AT ST U I 5 SR8 o xR B 45 R BEAT LU, b b RN RS E 1

SR NE 11,
[0167] K11 W RT3 A Ehr £ -5 ILAEEC S bR A I R S TE i 822 J U I Z 4 b
AR E M.

[0168]  SZHEMK12: B T [ Ii4A & 1 5 Sepharose ™ 4B{L2AAT Ik

[0169] 1. AZHKHT 5 ve bE fifd &5 1 T ab 2

[0170]  HX#j40mg I iA 5§ yaf fuik g A ali i) (R BE K T-58 T 2mg/m1, 44 5 K T 55 T99%)
BT iEH 4 (7500-14000MW) 1, - F-100-200 X 0. IMNaHC03/0.5M NaCI (pH 8.3) AV 4°CiEHT
T (FA-6h3—IR) , BTG 8 1 O . 22uMiAL e T 8, i U8 5 T4 CIR R4 H .

[0171] 2. ACBLHICNBr—activated Sepharose 4BfiAb#R

[0172] 4 WIFREL —433g CNBr—activated Sepharose 4BIET¥rT2%50ml 0%
(corning/A a2 i) , B X B O IN30mT 1mM HCIEE TIEKR P RBIESNEK 1h, EI&
2000r/min 10minFt 75, FVEA B O P B 2 8- 101K 7843 22 B i M Hh AR AC R ) oAt /N 43+
2R, 30mT 0. 1M NaHCO3/0.5M NaCl (pH 8.3) B e ige— 3, BT IE e &

[0173] 3. HSepharose 4B A Bk

[0174] R bk FiAL 2 () 50 30 8 VR o B S5 4y 43 0 DN & Ab 3 Sepharose4BIR 1) 232
50mI & O, S I 55 9F fparaf i I3 11, B TR Z RSN E 1h, ZEH2000r /min
10minFF B, M iZ EiE P BB YR DA Brad ford 85 R FE ARG I3 77 B ) HE 25 19 ik 32 40y 2
PLEE 1 5 Sepharose 4B 28 BRI R « B 3O N30mI 0. 1M NaHCO03/0.5M NaCl
(pH 8.3) VAR, B TR 2 IH 230 & 10min, 25132000 /min 10minF b3, %K &
2 EIR DI O EES -6 LA 3 B bR R BRI, BLTE AR -
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[0175]  HY F3RVTIER , B2 B O INA30ml 0. 1M Tris-HC1 (pH 8.0) B TRk =ik i2
B & 2h b 7843 B A Sepharose 4B R 58 A LB HIVEL R AT, = 2000 /min & O
10min, BUPTHE L o

[0176]  EXYTVE RS , B3 55 0 43 B FH30m1 0. 1M HAC-NaAC/0.5M NaCl (pH4.0) A10. 1M
Tris—HC1/0.5M NaCl (pH 8.0) FhZE Pyl A8 & B O Wik = MME I G, IR E A T-30m1
0.1M Tris—HC1/0.5M NaCl (pH 8.0) ¥ #M10.02%NaNs, T4 CIRAF% .

[0177]  SER#A13 « o 55 I E T FEO6S 4 B g v v R 245 ) B 2 93 45 U 52

[0178]  H Lk B iaEvL B AR E AR E R BAEF W, FH0.01M PBS (pH 7.2) 4%
BRI 2 0 R RE R : 25550, 100ng/ml =AM AT 1.5ml EPE A (Iml /%) , HELA X33
1.5ml EPE, B BN 500u1 Ho % 25 AZ B R R (e 56 A1 2 B i SE B AR BR 29 9 5001)
0.01M PBS (pH 7.2) BSL¥iifk IR REW TR, 70 NG RPN 25 M) 25 W P i AR R0 T —
— A RN R BT IEPE R, HIR R S SRR BT A TERZRES)TE 1h,
1000r/min B0 10minFF B §5,0.01M PBS (pH 7.2) B Lo Peigk5-61K J5,0.9%NaCl B L 142
W, B B vk, & REPE h 43 5l i iml 0. 1M HAC-HC1 (pH2.3) BB 45 & It TR
FEIREEFNE 15min, 1000r/minES 0y 10min, WE4 X 332 1. 5ml EPEY, & U b 3R B O e IR Wi
85011 ——Xf N AE N K BEPE , R AN 1500 (i 2% 2, JE 78 4R A0  AE R I RE AR B 32 |
HPLC-FLD & & Il 58 B e REPhZG 1) - IR 2 s [l ie 28

[0179] £ [R5 55 F+EL1 SAUE SEAS & BH S 40 58 A ROR 7 )\ Bh g v v B 254 i 5 4N S it 461 34
il OUH R & 87K i) BT AR B AR B s i e v 2 IRV B iR B 1
For 0 B2 S VU P g v R 25 04 B AR B8 IE AR i BH 5% 1% AR 2 B B o) e i R 24547 S 4
() 285G TERE o DAASIFI IR A DU R 25 4 58 20 43 S % S AN E A e I A ERE AR, Jlac B /2
o DA i 5 AT R AR AR D s R A i v (JC 26 6 A I 2%) HPLC-FLD N BA G AIE , 45 1
7N

[0180]1 1 DU Ffr 24 ¥ B 2 3 A A5 1) e 988 55 AR J2 B ot i A5 AR 2 HPLC-FLDAS Ml F: B A e B 1
S I = R B £ s M b1 £ = N SR NS == 7 o == SIMAVE VA==V = % N ot B2 B o= e
DB BIEYD BRHENE (WD SRR IR A DR RE VYD £) |, WY R 2P RN SORE AR (1) £
T, RO 12-15, 125 R R B S s MR BT IO IR DY R 35 R GF ik FEvEsldepe
[0181]  2.25.50.100ng/ml FJi# R E BV B AR 2 =MW AR RS KT
2ETF65% , HoA R B IR B BN82.17%.77.69% . 75.79% , i ¥bHivd & [\l
RFAR 5N :54.15% 47.98% 45,58 % 25 F WLIE 16 (3 « 5 & ) e 150 25 A H 50 72 o 41
PSRN Z BT AT BB A 4 2K S B  [RI S vy T AR R [N 28) x4 RS AR B A i 4
EL1SAI 52 1% 5 v B SroAA VY Rl 25 1010 21 R0 1AW 5 o

[0182]  sjifafsi 14« Gy 50 FZ M B B L ot T4 8 70 Il 52

[0183]  FJ0.01MPBS (pH7.4) ¥ A LE LB AE 1O X FBE S5 4> HINZE —321.5EP &b (0.5ml/
%), H0.01M PBS (pH7.4) ¥ BBV E AR B T RY E WY E AR ESE LMY
VAR B O 292 100n g /m 1 VR AV, RO . Sm VR AV 1570 5ml 10 X i 44
MR — SCEPE W AR v W B 25 4045 NG 2F L35 s B0 . 5m 1 VR & WU 554410 . 01M
PBS (pH7.4) F—SZEPE v /R JRUE U B 25 WD b B VR A5 s 59— 3280 5m LR 4R 17 10 X Hs
BEREPE N ZEAARAR0. 0 1M PBS (pHT7. 4) /E2S X B TR R L IR & Lhe 5T
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HU = 3ZEPE 23 ) TN Im] 3R TACHE &3, 0. 01M PBS (pH7 . 4) 5oy — IR, R EWRUS IR
3G B =AU Z =S EPE R, THEIR B =R A 1h, 50 2B, 0.01M
PBS (pH7. 4) B O PE AL TR, 0.9 % NaCl B L i e i — IR Ja )R EWR R BRI, 73 7 0N 1m1
0.1M HAC-HCI (pH2.2) ¥, THE R b = E 5155 & 15min, 1000r/min 5 05min , 43 5 HXL850u1
IR RN =31 BEPRE R, R 4 AN 1 50u ] (AL 2 £ i TR 5, 10 . 22umiE
FE 5 3 A A EHPLC-FLD %2 &4 HT

[0184] 1 #E— B ERUE AR K B Gy o AUZ A BOW J W BRI 2R 250 2 A - IR 4 &
FICL S A% T B T4 B8 77, B A LA 43340 2R50ng/ml I B V0 B VRV 2 Vi
B E VR E AR E (LR A FEIE R IRZ Y 2 ULl 52 1 1R E T30
VIR S REA R, B R RACERTE) M T iR PR PIAE B ¥R, B LAS % iR 2R ML iE AR A5 2
BN Bk HA IR, B AR 2500, 01M PBSZE PR AL & A4y i A FR
a3 B G T S AT IO R U B 2 VR AR A A 77, B EL B0 . 0 IMPBSHH 55 % i A4 LI 2HL 1) 4%
FhZ 1) [0S 2243 M e 0 2N L TP B8 Fy , AL AL 3R Ve IR M 4 HPLC-FLDAS I 2o~ (L& 17
FIE18)

[0185] 1, ZH AL & o B Re A i A A A B, S 5 L R 4T, B br
WS ) A 775 BT T S At A A O 3 20, WAL PP 25 [ SORE AR i 1], i 2 1 6 R ZH T AT AT 1Y
E AR5 T W 1% 25 FL3R I G 0 2 FZ BT oot b3 L Rh 25 R A1) B 20 43 Y S B T
THERE 77,

[0186]  2.0.01M PBSAHHERVE . BIRWE FAVWE =AM ERE KT ET
55% , HAR iR R VD 2 IR B iR 63, 32% , Yo b Vb B I Rl 2 25. 39 % , IS F VD 2[RI
AR5, 29% , %45 B 54 R B o (1A 42EL T SATNAE % % Fh 25 M1 S 0 F3 0L K2 b3k DY Fh2s
YA oy o SR AZE AT A 2R 150 25 A R I B AH O 1

[0187]  3.50.01M PBSZLAHLL , 5% fifv A= ML 4 1) T Rh 259 [ 2R 340 0 2 T 3 v -

[0188] VD E FH63.32% 2 $182.97% — AL Mk 23 5 17 30.31% 5

[0189]  BEiEVDE FH55.73% 2 2170.50% — AL B 224 5 1 26.53% 5

[0190]  PRTAVDEFH54.76% 2 2170, 16% —FAHH B 224 5 7 28.12% 5

[0191] by yb B FH25.39% 42/ 331.83% — A I 224 51 17 25.36% 5

[01921 A EH5.29% 3 316.37% —ZAHEL I IR E 1720.42%

[0193] iz & SRR B « 5% JiG 2 ML AR A UL BUAN N %A TP 28 5% 12 A R0t i e 14 T
KZW) E AR A S, O W TR JE IR /SRt B AR SRR 77, W10 HE
DA L 375 0 B 38 21 R0 J2 AT B R 4 PR S AT R AT KR AR 1 [l A Ak 43— 25 1) R PR 2%
R, TR T IudEss B brPu s R 5 455 77

[0194]  TF Sy H 2L 2 , o A ML A G 8 S8 AZ BT B T TA A0 22 o B VD B VIR
B VIBERVD B S = AR AR AR I R S B KT T70% , A R R A
VeV 3 45 6 R 35 0%, S (RIS e e e 22 Bk 80 %6 , i e % 5 R JE M B Bl ik 36 2R
A sl B A SR T R AR AR T

[0195]  SEitafs15: Gk MUEMTHXT B bri) & e fe 7700 e

[0196]  HX—3Z5ml 2 FJZ M & FIHE IR, I Tdwater 78 43 Bk I » 1 3m1 4 3% A2 RSB
FAETHPRS, 100ml 0.01M PBS (pH7.4) “P4ii i Ji5 % FH, 0. 01M PBS (pH7. 4) Mg ik vb
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BRI E TR E DR B AR B S TUR 2 YAE A7 MR R GRS 12 250 pg /m1 1)
100m1 TR EVRAE I B izl T ZAr i ad JE Tk, 5 A100ml 0.01M PBS (pH7. 4) ¥ 1%
FE, FE FHO.0LM PBS (pHT7 . 4) K &I A AR T-om1 550 v, 0. 9% NaCl & O e i —
W B FHRW, N1.5m10. 1M HAC-HC1 (pH2.3) EE L SR IF THREEEINE
15min, 1000r/min s> 10min, BX850u 1 By T— 32 1. sm1EPE dv, kM 150u] (it 2% 2. i 78
SR AT, 10 . 22umPE AL AEHPLC-FLDE & 434

[0197]  Fifi %5 FoUE U5 R SR 25 W et Rk Al 3 i pg/m1 (g) AR Aok 2 7k BE A4 Bl i A A4 5 3))
A5 7 96 5RO AR 52 ) 25 B U 5 AT ) o0y, R80T HAR B IR EH AT 4 — B b
1, T 3 L2 R OK B KA — B bR AE I A A AL 50pg /ml (g) , [ PR K 5 1
HH SR U B 2 2 W BE IR G AN 28 SR W o 187 I HPLC—FLDASE U437 At Ho b i e & 5 4 A %
AT 5 QAT AR FARE A th AR S = e T R 25 4 B ) s 48 B HPLC-FLDAXUE 5 M B2 7K P (H:
T IFR 29°9500pg/m1) BN H FE 1% TAE S R AT, Ty A K B AEIESE Bk Sz og A=
BTHZ / ZR B8 [F] I 42 JLPh s v B 254 (WL SE a9 14) 1 2E Al I, BAIR 43 73 50pg/ml (1%
TR P A R A i L 1) e 3R 7K R o T Bk B PR T ) B 3 b g v U TR 24 P 1) LOOm L YR A A
BEAREAR , 2 IR G 9% o8 A2 A A B Rt i S B 465 5 IS 0 /IR BRI Ve M SR BBk T
RO AL A, FEZHPLC-FLDRS 45 5 55 7R (JLIEI 19120)

[0198] £z A% E AT (1AC Cartridge) &4« LA Z5 4338 BIHPL-FLDAYAF 5 Wi B 7K
-, B bR B TS I 0 AR AR A OC 7 JRE , 3R B AR R B F % o R AT AN HPLC-FLDAYUS
5 R AKCSPAR T 10 X 22 A5 B TP R 1o ER 2 VR AR

[01991 DA B Pirad AN A& AR & B R P ade SE Tt 7 2K, B4 48 L 60 T AREUOR G Il AR A
TR, 7EA I B AR B IR BB RS- T 5 3 PT DA 5 T S5t AT 1 , 3 A g AR 9,
A A R W BRI o
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