CN 102472747 A

YRR AR
AP (12) KB EFIFRIE
>k

(10) HIFAHS CN 102472747 A
(43) HiF A% H 2012.05.23

(21) HiES 201080030495. 2 GOIN 33/553(2006. 01)
(22) HiEH 2010.07. 07

(30) L FE 2R
61/223, 984 2009.07.08 US

(85) PCTHRIFHE AN E K EX B
2012.01. 06

(86) PCTHRIFRYFR IR 2R
PCT/US2010/041146 2010. 07. 07

(87) PCTHHIFRI A T EUE
W02011/005818 EN 2011.01. 13

(T RIFA fRERE A
Hhib € A4 € I

(72) REAN ik

(74) ERMRIENA FRL MR QA TR TTE
43a 11021

KEBA T
(51) Int. Cl.

GOTN 33/53(2006. 01) BORIERA 1 B A4S 10 BT ME 1T
(54) % BBEFT

LB
(57) HE

KRG F A A BT e kbl g, Y R s [ 3] aamgess
ST B A BRI AR S % 3| smmresen

W

‘méwl} 5 IR

L]

HHRTHE EEL

o< g™

' !
SRARWHHILE SHARHGS TR

O >, O™,
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1. —FAE R T %A P80 v o i 6 e FH A 20 S 2 I i RS A 19 B S B B ARG 1 5 v
JIT i 734 UL AL 4

(@) RN F AT G T FIE RS RINBUARS G 7 FERT TR BIEHR T RIdiik
SR PUAS G0 T 4E WA N, K PR Pk g & 0 7 5 R SR, Ko
JIT IR AT IR v I AR S B AT G TR

(b) MITIR S5 B iR ISR S G A5

() U528 B 3 [ R S 5 400 J Tl RS v 4 s El K T iR B AR MR IR B 45 5 4y 7 Bk
i Tk

(d) MNEL T e IOt BB AR BRI 8 3 85 T 3 [ R S e ) DT i) 3R 1A 2o B i
AT IR I PUIA R BENE A I L

(e) TEAFAESPURS G PR &4 T, 02 BTk RAVVENLE 56 —diis 5 B
RPURESE A HIBE ST, Hh IS e T A 0 S 2 I e A 1) B S R BT AR AT

2. BURVESR 1 773, oAb i (d) B0 dE il 986 35 BTl B I o AR BT 3 [ 44 SRR 11
T CLEUITR DA UL SRS , Horh Bk SCRFDB Pk JE 25 4 A

3. BURIESKR 1T, o B3R (d) B A0 55 & ik [ A SR 5460 8 Ik e i e
(UNIORE

4. BRELR L B33, Sorh Bk [ A SR AR 2R 7o

5. BURIER 1 1757, o P 2k 7 2 BT il 2R 3R 2K SRk Gk SRR M 2

6. BURELSR 1 732, Hrh IR ik 45 5 43 73 A i LU S Il s 4l =P g2 A AL
A G FPLR

7. BMEESR 1 85, o L2 U AT PR () - (d) , LA R AL &k B AN
A RN EIE R G

8. BURIELR 1 By 751, Horb i aod i A 46 2 20 4 By |yt

9. BURZEESR 1 753, b e PR (D) JG, Prid iR #2220 B A S Fe ) B el A &=
£

10. AURIELR LR J53, HdoaDEgR (o) AREHT Jo 0 e i , Ho P 7E ik Sz il e
¥k B PR 280 P A FHAEAS R 8 3P0 1 s 28 — ok HAVE — Ui B4k

L1 ACRIEESR L5, Hod D ag (o) AAEEEAT IO el o , Ho P 7R BT ik Sz il e
W2k B Ik R4 PR FAEAS R — R BT 58 — Pt e kP iE

12. BURER L5, Hed P iR (o) AHEEEAT IO e I i , P 7R BT il S iz il 5
Ha ok B TR A BT R B 5 — 55 40 i VRS IR LA TR ok B BT ik R 50 BRI 38 — 3t
RS 3 A AR — GRS B ik

13, BURIELR 10-12 A [AT— T 725, o BT ids e 70 5 [ A SRR AR

14, BURIEER 13 7732, o irid — geir b A 54k

15, AURIESR 118077, BTid 7 it — 48 B i o2 7= A 5 BT IR LR S5 & 11 28 — ik
B BRI A AT R T AT AT T
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B lEmikrIsi

[0001]  XPAHIC LR HE IAZ X 51 H

[0002]  ASHIEZISRT 2009 4F 7 H 8 HEEAS RIS W I &R g5 61/223, 984 L 5EAL
g, Frd g | HE A

[0003] KA 5

[0004] HTEEHUARERXFERE D, TREAEENS B bR T 5 BRE R AL S RO
BA S R e A R A B R PUAIE B R SR UE T 2 kB R 1 4 M R
Y B (ZRASTRE ) 1R 40 i 5a 5 ok P2 A5 (Kohler 1 Milstein, Nature ( H 4R ) 256 (5517) -
495 (1975)) .

[0005] & BHfajid

[0006] A Jc ] & 1 AE A 57 2% AT R v [ AT % € T AR R0 2 I E (sandwich
immunoassay) H A B 5T B BT AR R vk . AE— S8 Sl 5 ZE b, BT 7 v LR A
5 -

[0007]  (a) 1 RHVAFEZATRE R T FiEWS RAVBURSE & 0 TAERVEITR FiER T
PR S IR LIRS & o> T 455 AT N Eefil, Sorh rid bk g & 0 7 SRS RAIES:
[0008]  (b) MJITIRSCREY /0 & EIG TR AR Z5- G ALy

[0009]  (c) o722 fhvads [ AR SC R 4 Jo [ s v 45 A, EH IR iR BT B iR 456 4 + Bk
ik,

[0010] () M\ELE BT ot BB A4 (R v 0 23 o P [ A S R A, AT il e R 41 5k B
FATTE BRI PEIL I s 3 L

[0011]  (e) TEAFAE SPURS & B BRI SAT T, #02 Pk R A0 28 — ik
S PTIRPURS G FIRE ST, HH S e T8 e 0 G2 5 A AT ) B8 s B A AT

[0012]  FE—48sijli 7 S2rp, DR (d) Ao HE ok 8 AL 5 B IR D I B0 1A R0 BT 3 [ AR SC RE D I
W, LSBT i pEas , Sorp BTk SCEF A L JE AR B o PR, Pl SR A PR v 2 AR 41
“CUEH

[0013]  FE—48sijli 7 &b, DR (d) BLHERE ) 53 B P i B AR SRR 5 A5 Bk e i bt 1k
(R o

[0014]  7E—HESLl 77 22, AR ol 28 AT I B IR0 7 AL 2R AT T v

[0015]  7E—4ESLhti 77 =, rid A SC R 2 2K 1 (bead) o £ 285077 S, PTid Bk 1
2 BT HE B SRR LI R R B M 2R

[0016]  7E—LESLjli /7 &b, PriRkbiihss &4y 71k B i LU S IA s 4 - Hiik. R E AL
A G,

[0017]  FE—Hesijfiy i, UL FLIEAX AT HIR (a) - (d) , LB R FLE &k B AR 2%
AT A FIPLIE

[o018]  #F — L& sz 7 &, AT i i g8 B B E S A B 10 it 98 (vacuum-assisted
filtering) .

[0019]  {E—4Lsijfi /5 b, 70 R (d) Ja, PR U4 2 B4 S Red) b sk A #b.
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[0020]  FE—4Esl 7 =, DR (o) BLREUEAT JE 0o 5 8 5 » L p 7E B S e s,
K B BTk R AP0 FHAEAS B I AP0 TR 28 =ik A E — sl B ik . 75— L8507
S, TR PR S RS FE AR E . fE— ST =, TR — ZOR B R AR &
ko

[0021]  FE—48sl 7 &b, DR (o) BLREUEAT Je 0o Fe 8 il e » 2L rp 76 Bl S iz I s v, 4
K B AR RSP0 FHAEAS B — R i po A w28 —Pits AR SR Pk . 75— L8507
S, RS SR S AR SRR ARE . E— 2SR T =, TR — ZR B R R &
b

[0022]  FE—485 7 &b, DR (o) BLREUEAT Yo 0o F 8 Il e  JLrp 76 Bl S iz I s o, 4
K B TR B 5 BRI S — 2R RE (aliquot) FIVESRRFUIR 42K B Pk R4 (i iA
[R5 PR SR A A E— R BTk . 75— L8t 7 2, P4l S50 5 [ A4S e )
AHIE . FE— 285l 7y b, prid— ek Bk p AL &= 4.

[0023]  7E—4850tE 7 S, Bk 7 vt — D A i e 7 AR S T IR PR &5 A 1SR — Pk
B PR I A AT R T ST AR AT IR S

[0024]  [BJEiA HRAE IR HAR AR 73, B BRAR LA TR St R AR R I — 4

[0025] & X

[0026]  “Hiik” EFa o EERE H E AW (composite) BRI BEA . ZAE R LIALFEH
AR VR T AN B ALIE LS A ML FR ) A TgD. 1gE. 1gG Fl gV 2R [1) % 5ol i 5o %
Uik, HALHERAR B BB AEAE A B9 X, W AR 09 NS BRBER  BR A 10 & e B4
[ I 1 SAR I R R SR & IR . “PiiR "B ] LB S R S, Frid B 54
TR AFEAEA R T A5 e B A W Rl &8 E . “Drik™thnT U FESLA B Bog
Fab.F(ab’ )2.Fv. scFv.Fd. dAb, Fc FIIAMA ), LR LR FFPUR 25 A DhREI AL,
[0027]  Rif “RERMELE A7 RIRXFERIE A RN, TETIR 456 [ N R 254 X A il
(g0, PR FIAL S Bk HARR AL 5> T ) A hgh & S8 R0 M bl P il il 2 % 7 R A )
(0, ZeAZ R 7o) B R s b B A R A Y ) HAh 4l s AR 2 /D 100 fi%.
[0028]  “[EIASCHE "R TR HA — B0 AN W B MR R T A R BOb R4 . 7E— 285k
Ji 75 ZE T, BT [ RS R R UL T R 2 Bl 2R 7~ 3 A7 4 L Gm AT 4E  E 5R
) BORE RO, L ALFR(EANBR T RER AR . IR SZ RRVDRESS 9 4 ol LR AR B s RAA K
B PR AR SCREYD, W AN SR R B 1, B BOM R, 1 WA I B G 4T 4k 2% AL AT 4
R EBIR R M B LI LR L H%lE (polyethylene vinyl acetate)  EEAMG 58 2L
NGRR3R L0 RIE R 3h RIS Sobe R IR IS R % (teflon) (B HAL B, JE JE
BT B CBETR R IR B R BR IR R & BRIV —FERE (polypropylfumarate) B fi 5 A
RRIEMR. &, —SEael, flan, BRMAZETERARMI LWR]R (—CO0H) JiF 25 1%
(-NH2) 3zt (-SH) fefeH TIoEse. 7R3 RAR T FH X FE i Re A IS o, B/ i
B e, W R IR L A 5 O ok 45 6 AH BRI BCAR AR I 5 M 7 (W nRets S AE R &5
ARPAEYEED) v U ERXMERSC R G . 16— Sl S, Bk B RS R 2
A FL I SR PR A

[0020] M TR

[0030] & 1 2 T AR B St 7 R s =
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[0031] ik

[0032] 1. &5

[0033] A/ BHHE M A T-alifb ok B 24 A8 s Ab bR sl (BFEEAR T 2 eIk
W) WIPUARIFAE 2 5 e AR R BUR &5 & I H0 40 dn J2 0 f 2 00 2 A H M BUiR T A
B Je il e A 2T AR AR F R R RSO C“Prixt”)
SHFEPURKIE G PUARXTE T 256 A FRRA I BRI T S PR 25540 R A HA 5
FH TP AR MELU AR iR T EEA T E RSO E PR BIR £ 4
A BRIV 0T e AR L G e I 5 A AR Al 78 BN (1) 58 s B DA

[0034]  AJ BHIRALIXAE T, ik 772 AT DR (BFSEAR T 2458 85 5
B ) TIHUE S BEASCRI AT I S5 S AT S S TR R A SZ R ) 5 BTk s i
M2 73 73 B85, AR B 5 AR BRI 45 S AT T IR Ge AR 5 B ads [ AR SC3E ) 40 B85, AT i) 25 3R 510
AR A TR 5T R 5D R R AR AR Tk s T iR [ R S ) (4
WL, K1) Bl B . WL, A B BTAAR AL 7 VL Re A N T 2% AS IR T R AR L (49
W, TR AT SO AT ) 5 PR SV AR R7 2 AT v e A0 IR 0 e e A4 R 28 5 T 75 (1) 2 AL
T o W7V R AR K Mgl /) T A 5 16 T v K R A% A8 I8 T L R A KR 1 57 B

[0035] W] LIAF L Al A Hi AR ISR o 4 38 4, DLBUH S — B S 1 — &8 2 i ik
T A8 —ABAAE A S 3050t BTk o 285 AT BLSRFH IO B0 38 W 5 10EAT AN [RI DL 47 R P e 4
tb#: (pair-wise comparision), Hrp BT Hp AR o i — A BA S — & Brd % 19 5 —
YR RA S B, b, MR AR B 7 BE I HEAT 1051005, 1000s B 5 2 [ BT
L. T BRI VT AR R A P AT AN [FI PR B BT B, AT 28 58 78 I S Wl 2
FH PR AR AL BT IR P A (K5 B 24 AT 98 o

[0036]  II. Hifh4ifl

[0037] A5 ik A LRI HA R ik ai b po ik i 7= AL Re s HHe H T4 & LA R m]
e A T BE 5 RO L I S AL bR, AE— el 7 b, AridPuikaifb B £ kgt
e HAR DA R . B, AR AR A MAE R PAT Hh 2i 40 K AN RIFT iR 77 e A
o BRI, #5285 75 S Hp, AR B TR R e ok B 2438 MBIk G 25 5 i o o
Ho

[0038]  CLANZ vk dF Honl I A 7= A s i sl At = AR Bk i dn i . 2 0L, 9,
Harlow, Antibodies ( $ifk ), Cold Spring Harbor Press(¥AIR#kHMA: ), N. Y. (1989) .
PE—BEST 77 Z2 4, AT LUK R B Az /s Bl PR JI 0 JHO R 9K (20 465 40 i 53 B9 O F 5 35 0 IRk AR
MR O/ B BRI ML AR ) 5 NI AR B A BT PR B 5 e BEDUAR I 22 2T . R S
AT LA 3 BT 15 00 2% A8 988 0P SRR e LR I A2 7= o ol an, W LA 50 % PEG (w/v) Rk B iz
7N BT LK EEL 40 17 5 40 it B v ik & B1) SP2/0-Ag 14 i f R 40 e (ATCC, CRL1581) . 1]
DUKR 40 o LR 2 1x10° A / FLIR IR T P RO i 28R (microtiter plate) A, B 5 764
ARG IMEE S 10 % W IG va B IiE . 50rigen Hybridoma Cloning Factor ( Z4AC R ol
[Al ) (IGEN) A1 1xHAT (Sigma) HIIEFEREFREEP B MM £ RAM R G, 7T LAAEH P
HT (Sigma) BAX T HAT B35 7R RE 9240 L.

[0039] W], A BH 5 vk Hp s F A4S 28 200 TS B8 UL T AR T o BT 75 ¥ b
P fR. Rk, fE—eszjili y b, SAA T 1R A A BRSO 28 A0 8 S0 e PR 45 o
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Fe L, T IR AT IR 5 TR B SR AP BB R 2 R AN o A2 — A 00, AHEL I R B
SR AR A HIRPUR S IR, R UL 2 KB IS N 28 A AR AR
A UME A a6 28 2 7 AR S 9T R 45 S DU I 28 AR I Bl ik T . EBTsHe i, A5
TR S ELRIETR DRI S WA 5 AN B AR s e e (BN, v [ 4 A 44 ) o 3T
B 17 AR AN 2 K g R A AR i AR 2 IR, TR A 0 6 W LAAE Se e i R B AT e 2. — HL
T R E M A ADR BB & Hptie (o, @ A8 A SC PR I i 7735 ) e] B
H = AL B T IR R IR L 2 SR 7 AR AR AT TR T

[0040]  FHAEME, W] DAARYE A A B K U5 2 AT i 1k 22 A 2 A0 8 7R ) BiE v (Bt 3t
PRI ) o BRI, 76— 28500 7 S, 22 A0 BT 7R AE 2 LA 2 s DA O SOPAT A K M
AL PAT IR R VF 2R SRR R S S, (RS DU 2T L3l (SO bt
W) B2 IR [ R SCRE A I 55—, b I 28 — RIS Brid pu ik BT o8
ANtk CRI, Rp S S 5 BTk Pk ) o B [ R SOl DL RREANBR T2k 5 slihlons, sl
AR AR P EANE I R P ad (0 g (0 AR RS AR SCRp o IRt il AR S B, X 2%
AT I I RAZYIFRS 7 100 75— Ak (i, fE3E/ N s b LRGN TR ) o &k,
AE—LESCHE T S, W BT BUAR A SRR 2 — Bk A i DUR % AL R AL -5 AL

HHA G MG SIS RALRI 7T AEm— PG OLH, Prid HTl Al BLg Je 0 S el 5E i
AT XS BTIR o

[0041]  7E A VF BIE W BIPTIR S 3 — 35045 G 1 400 A0 5 ] 4 SR A & 1 25—
5 82898 B3GR (S BRI ) B S K ). AR5, W] DUE A BE 1
L FY S G H AN A A5 77 B 7 A8 EIE WA AE e A 5454
BRI HUARS B PR, {3 ) FL A R AT TR [ R SR (AR A 5 —
A EPUE) 5 LERAEDURLL 550 3 o BEM, B WIAEARATE A 2 4B L, vl LA T
XF .

[0042]  CLHNAFZ 0 B W 7700 B4y B 7 30 ] DAL A6, 490 4, 800 DA T 4oF [ 4
SRR (B, KT ) DU B G A 2 EIE W DL R AE S R IR LA S 5 AR 5 A 1 Ak A
SR CAR e R ] — B PR AR SES T S b, B R SRR A A R 1 A
Ko FEIX L] [ 527 77 22, mT LIS FH R ) Ko [ PR SCRFYD 8] e B 2525 B, AN RVTAEA
FBR I AR SCHRFYD I O0 S 77 (25 B IS WO AT G BRI . RVE A G 35 [ B R A AT
2005/0266462 SRR T AR SRR, AH A AU AN 572 P A EL At fd 1 il 55 2 mT
RET o

[0043] G RFHE, Al LAAEFEAC EACKEHUAR NS — 50 BB TR sl A rid Hidg /
F 1R/ AR SCREYI AT IR R — IR B Ik, AT 25 B Bk B ) A A8 98 BB

[0044]  {EW[IEMERSE D IR IG , A11 45 6 3 5 [ PR SCREVIARE I 28— 1200 BBk &8 5248 i
B —RFNBENE R4 AF . B T8 —ARME 5 BARBusnH B B, X P
FAFPT LAY o AE— e SR 7 SR, BT IR PR A A CLFE T = TR (AR T BT e 4%
) F1/ 8% pH [7AR4L (90, BRAR pH) > I Rl 2D BT B 38 — XA R 0 25 o SR P4
{66 pH AW AT BTk, IBH J5 w] DR 32 b 7 0 e AR, AT BTk B4 o 78 K i 1a)
(1) B 2 i o

[0045]  FEPTIRHUAR MR —FIBENL S5 , A6 5 BT I BT AR SR — 500 s v 5 [ A S R )

6
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OFEY e AR RESI Ty G, ik PR S R T AR [ R SRR RSV B, AT DA i Pk v
T LR 25 55 B A S RE D AH I R 50— 10 o 20 Jet e R BELAS 8] 4% S Fe i e i Ao VPt e i i Bt
IR P8 S , A TR BT BN 5 58— R0 B, AT Ak ik Hu ik . AT LA E 4
AU OB IRFEAT H 2 R BB A . AR 2B T S, 48 2 AL BB AT HE 53 )
HIEZ FIANFE A . CANZ R IEEOT Bl LLR I, %40, M Pall Corp. \Millipore.Quality
Scientific Plastics 2511,

[0046] Wiy, W] LAt A LA 7 VA RAH A & b I e AR s v [ A SR 73 2 9,
A LR WL B 51

[0047] 285l 77 2, R BB AR A T 40 o] A SRR A0 i AsE AR JUE S B A el BB A
s B . BN, AE— BB SEE T S, PR S A A A B AT Y s A 2R AR IR £ AL
(#4n, 96 FL) Be B —ulR) CRIEMASC Y ) FPiik CGERR BRI ) fR
AN T Pk B, PR HAE SCVE TR HTAA R — e Rk Cn AU R e ) 1
FATN , CLEURE A S e A B AR TR I s o mT kb, ] DI A B2 il R A B 25
Ve DU RN IR DR 570 o ARG WO AR AN B 88 — 3R R A SRR A5 i i
o PIIEHE, 75 S VFAHZL MBI 2 FL00 T E A s A S R i 28 TP B ok B AR 2 A8
AR DA, DU — BRI 7€ Hoi B i 10 s S, AT AT DS 8 4 A i A 7
[0048]  TII. i€ HUiAG: G 1Tk

[0049] 4 b JTik IWCER 4l iR B 2R AT DA S, W AR B AT — e Tt e iz
I 52 FOAH 250 7 1 b A SO BR (P AR A o T, W] DAAE S A i AN BRI 00 A an By
AL BRI EE 73R, JF RS AT 28 B FH A0 S B I A, 0 4n, 4 ik pidk
] 4K S A7 ) B PG DU R 25 1 A B A i

[0050] oo e M 5E SeFig X H x0T HIIN € , L rp iR puik b [ AR R AR, W R0 &
SRR S 5 5 — Bk, Ik, AR5 5 — A el 2 At — 2 AR IR, M A T
255 B ARDUA R ALFR A7 AE B EA R I D7 vk, — G ks, B 5 Al 3R 60 B bR
Oy 1 EE HERA, 2 B, B a2 ik B 2588 P, rlagian FRTiR . BRI, AR B e
VEIEBEH T4 B FR 73 1 AT B IO A B DN 8 FRIAR S BT , Horb Jrd X i — A~ B ot 2 il
SR TR XS ) 5 — i 52— S I B

[0051] A< B AT AR AT B a i a4k 75 12 0% HAE A XA 44k B Bt AR R i Ao e € o
HIAR DTS o £E— 2852l 7 S8 b, A8 F — R ST A T S e I 7 b g 3L 55 4n b ik 4l
B 2RSSR 78 21— PR I TR B 2 A A RGBS o &bl 75— 2852ty b, fEk
OGN 5E T, A b P IR AEAk B AN R 2R AT IR I 2 A AN [ 3R BTk S — B — R I Bt AR e
Xfo AIMEH, AT LU A IR A4 ) 2 Mep TR FIVE S ST — S I Sk %08 It g &
X o

[0052] 2L Ty S, MR DU S BRSSP ARIE . AEAC R I — 2L ST S,
KA AEAL IR B 22T 98 DT A B 8% 23 alRE O 4 30 5 [ AR SCRF I ARGE , TR R 91
[ R SCRE &5 A ARG AR . AT LU FH 22 B AN [R] [ A4S 54, LR AE AN R T 2R 1, ] ki
P B, s b i () H A [ AR SCRE Y . A8 — LB ST 2, BT IR [ AR SR ARG SR 2R LA
(polysteryne) o AIUEHE, B¢ ARG AA L AN [R] [ A4S FEF AR, Fridk [ 44 S Fe A ) el DATE

7
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RN M AR (5 B 5 X b SRR T AR 2 1 R ST E  A B SCEEA ) 1
. S0, B, EEERS 7,271, 009 56,872, 578 ; FI WO 02/075311.

[0053]  FEAAIE A LA A T HiiA S B AR R IAHTE KA 2 J7 . AR — A2, w] DUE
AR (AFREAR T N- R Em AT B X (N-hydroxisulfosuccinimide) (NHSS)
Al 1- 23 -3-[3- AR ] WL ER LR (BDC)) K ik S EAAS Fe
FHIZE.

[0054]  {E—4L50jf 7 2 rh, R A 40K B 2258988 PR 158 — 55 0 iR FE R 1
Fo B2 I 8 P — BBk . fE—28SET7 2P, Kok B PTid 55 o il A Ptk 5 B e
B TR PRI PR 2 AH 3 AT T e — AP ik . BB TR AR AS A2 E e = A 15 5 1R
W, ECHR ST AL TR IR o AT b, B B iR oA 5 8] 4 m RS AR 28] 40 236 RS AH IZE o
FAAFAFEEAR TAEY R, PLUAEY R EO S EIED R

[0055] W] LA 5 75 I 0 S 2 I 5 vh R FEAE R B PRASAS R PT A BR AR 25, 49 G, Jd it AE &5
HA P ECER A R] EHI RS T A4 AT I8 ) — A I T4 1) 0 e 2 I 5 HAS ] — i R 471
FRBUA (9, dn ERTIREY ) o BTN e v DAL R, a0, AF SN B ARPUR S sRPiA
(HSFEASCRRYARIE ) 78 R VFZIEFR 5 TR IR DA 255 10 2 10T $efr, T 2k 1 AT £
R bR B EEAR, AR AT — GRS I PR S S A R AR Bl . — RS I BRI AFAE |
ANAFAE B K 3R B TR il SR P TAR — AT BT R AR A 1 o ] RE R AR In) 8, 4 4, 4 P Rt
AT G B A R B A B B R PUIR I 85 6 A R VF— SOl B 4 B FRaR AL 0w F .
U, 3 I AE YO S eI i oK — A B B g R SR PR S — R e P Ik — R I BT A L
5, Be DU I HL AT Rt S5 e WA P AR AR AH 2 1 LA S ] e b, WX A2 Sl 7, B, A
ARSI BT Tk #E b = O HERf A 0

[0056]  CLANARZ Lo Gz I I HLWT LK HLFH T e R BRI A 5k o 70 3L 2 ) T i
T AR e S 2 I s A R S AR SR R U B B R R R R AR b R R AR
B PRI, iR E UK 5ok B TR FE B B AR BUR S G I B B AR UAE R
— PN Z wEDUAR, E S HirbUR (HLO& 5k Er B wEsiks 4 ) 446,
FH T B R AN [RIPT AR TR BT IR a0 o 4R 5 AT DAE ik A4 b O 0 BT e 7 3500 =k &5
H RV o

[0057] X M G i 2 P R IM 2548, 2 Wl Basic and Clinical Tmmunology (3
Bl AN PR 522 ) (Stites&Terr 4af, 58 7 i, 1991) » BEAN, A DUE T BLE AT —Fh 34
AT AR I S B 5E , Tk 51 HE B AE Enzyme  Immunoassay ( g S22 E ) (Maggio 4%,
1980) ;f1 Harlow &Lane, W, E 15 RIFER&EA .

[0058]  7E—LLS i 75 F2 b, el i ) [ AR SCRF ) 2 — B 2 R R, iR — el 22 Fif
PR AT e A AR I . A — SE S Ty S, A 2 R R BRI, AT ik
0 B ASCHE T (A 7] 2R 7 s A AORE 5 AN TR A SR B AR A & o X Bl AR AE 1) 4 28 | & A
57,271,009 ;6, 872, 578 ; A1 W002/075311 F 45 B 4 A IF H 0] LIAE K Bio-Plex™ & 4t M
Bio—Rad (Hercules, CA) WA, T] pH AL 2 40 B A 3 119 7 A 648 AN BR300k (1 R <) 05
IR EARZE 15 K

[0059] 3% I 52 0 35 5 A8 FH AR B350, I iR A B X R e b 5 B AR R B 5 s ) 522
HEMEE G IS INbREE . bRZRF ARG W LR / SURE WA & i i —

8
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Ao PRI, BRI LU 5 B I B 456 R bR 2 IRB PR 28 1 (9, B A= 2= 4k
(1)) itk &b, B2 DLE S =i or, w5 dilk / PURE SR k44
MRk ( ik s B 5 — BTk B A B 2 1) o R LUK BE
S kE AfE e R Rt g4 M E A s A i A 6 AERSEIRF . XL E
HE7R 52k B 2 MR e R Bk 1 PE T DX R A EE e I s Wit (23 D0, 4T, Kronval
5 T Immunol. ( FfE22ZRE ) 111 :1401-1406 (1973) ;Akerstrom Z&, J. Immunol. ( iz
i ) 135 :2589-2542 (1985) ) o 1] L AT ASH I (1) &5 44 308 4348 i As B0 ok vl Gz 00 1) &5
IS E AR, 1 — N FEmPUER R E QS EIUED R UL SRR e
Fro Z PRI R G5 RA 0 53 A ARSI EE AN 52 B N o

[0060] o y5 M) 5 A 45 HE 55 S P I e A S 4 MR 5 o R T P PRI S b, A I A R
HAFER AR A Z IR A PR B GRS FHOEE ) e mme CAMER ) Bir
20 JIR ) 2 ) el B A0 i TP A7 AR 1 2 IR 2o

[0061] 75 v il i A A FH ERARF 2 B 28 om0 R 22 A AN A AR e B R DG B 7 T, BB AN
2 T PAEZIN 2 A AE BRI e 3 e S G o ARSI 3 T T LR LA R RS i A 2 B4k
S T AT 0T o A e I A X R RS DN R BR 28 DL AR B I o I L, 3@, T
DLFFAEIX A 7 A L P AR RR 2N T AR & B o BRI, AR 282 1T H LA 7 25 I i)
ATATE AW 0 Y61k e 28 71 AR 7 1 S B A 27 7 1 B 2R 7 1 R 2 T iR B 24 T
o BRI AFEHIR TG (BN, 262 it SR NS 25 ve i 0 21 2 )
BHAE ) SO AR Bl (90, SO S A I i M Bt R il R Gt /e ELTSA Ao ad 5 44 FH i)
Bl ) LLS G bR 251 B A < BlA (L B R 2R (0, SRR S0 RN LIRSS ) o
[0062] W] LA A A ) oA N R 7 5 L B AL i bR 28 5 00 5 16 P 75 443 (A1)
g, — R g ) Ee. an ERTR, LT 2 R bR, Horb o BRAS I B Bk T B R 1)
R SWWEWE A A Z Mo MR v e B AL A E

[0063] AR JACE AR A I (A v e . 18R Botk 1 (fln, B ) 5iRgy
T GG REAREES 5— D0+ (B, 8EDUENER) 46, ks — M rAx
S AT B H 456 2R 5 R A, W Wl R I B 2O S AL 2 RO A -
P B AR TS AT A AR BT DA DME T GG i A& 5 1R 5 B 19 2 ISR s 5 prid 2 Ik
SE PRI ik — A .

[0064]  JTik 73 WA LLEESE S EEWE G, v, B 50Ot g 4. 1E
HFREEIR) B R 3= B R /K e, JC I W R I IR B OB 115, BBl (oxidotases),
JCH R LAY SOt S M EFE G R K IHATEY B P S AT =Y P T =
A E 5 (umbelliferone) %5 b2 ROGA AW ALFE D F A 2,3- A BKE /i (2,
3-dihydrophthalazinedione) , W U1, B K . XF T 0] LUEH I 2 R bR 805 5 7 A2 R A
gk, Z W A5 4, 391, 904,

[0065] A BRAEE 1K) 5 V5 AR AR SIUREE AN 53 BT N (1) TR, 91 4, A 28 2 T T PR 2
N A5 ) 7 A S I RS BN TR RO B 5% B o bR R DA N, 7]
DLIE ik A 3 K RO IOR 5O SR FFAS I T $RAF I 2GRN e o 56T LUIE ik OB e
Jr Al PRI A W TR S R (CCD) SO AR A SSAE M EASI.  [FIAEHE,
B2 m] LU I 5 P iR B B2 115508 IO ) RS I 45 B S B = AT A o B » TR B 1)
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b bR a8 n] LU W 5 5 AT iR bR 25 IR I b A TRl o PRI, £ 2 Al 4K 4% (dipstick)
e, S5 1B ROV 6, AR 2 G 2R T R B BR 7 I

[o066]  — 2Ll g AA T EAE AR I RIALIy o 00, W] LUAE e A0 52 SRS 0 H ARt
REAFAE . FEBETE DL, B3 BARDUARRIRE S AL DT I AR RO Bt B . (B, AR
220 73 bR 251 HLIE L 5] 8019 H ALASs s I H AR LR IR A7 4

S 51

[0067] 4@ DL S itis] A 128450 v BH , 1 ={E PRI T B SR R B

[oo68]  A. iXFIAIAL K

[0069] 1. P/ TG EEEHE :Sigma A6531

[0070] 2. VEPEZEME 0. IM PB(pH7. 4) 0. 5M NaCl

[0071] 3. PEMEZEMUR :0.5M &1 (pH 2. 4)

[0072] 4. PFIZZHH 0. 2M PB.0. 5N NaOH (pH 13)

[0073] 5. PR AN (100mM Natl,PO,, pH 6. 0)

[0074]  6.0. IM MES ZE13% (pH6. 0)

[0075]  7.Tris 1 fEfifZmi (200mM Trisma §%.0. 1% BSAL0. 3M NaCl.0. 1% Proclin.

0. 02% M35 20.0. 1% NaN,, pH 7. 4)

[0076] 8.Dynal MPC-S FiER4; E#% (Bynal Biotech, £S5 120-20D)

[0077] 9. Jow Y HAA O JEFEIME 1K) 2m1 BRME T 508 (VWR, BF 5 89004-298) , FI T-ER{H I
[0078]  10. P E RS (IKA Works, Model MTS 2/4 ¥+, 5 3208001)

[0079]  11. WWEEEFIZZE (QSP Quality Scientific Plastics, $&'5 :84501XNBZQ, 7 44
F L. 2mL BEEREE VWR 82006-700)

[0080]  12.Luminex f#{Ek (Luminex MagPlexTM f#ER/A, 55 : ImIMC10xxx—01 ( FLrfr xxx f&
BRI 5 H )

[0081]  13.N- FZRILMACHEFAEE W X (NHSS, Pierce, 575 :24510)

[0082]  14.1- LK -3-(3- ZHREZAFNE) Ik — g (EDC, Pierce, 515 :22980)
[0083]  15. B -NHS- 443 (Pierce, 1t 5 :21217)

[0084]  16.Bio—Plex ProT™ 4 fuAl ik & 10x 96 fL (Bio—Rad, 575 :171-304071)
[o085]  B. Hiikafifk

[o086]  FHEMIDL/NE oG BANEREKIARIHE T B/ TeG BRPERA (L) =4
2 H x10,

[0087]  EEVEGEMVEEI AT SR SRR (w L) =FEEE x40,

[0088] 7R+ () HoRt v B IR S BRI P/ B, TeG BEE MR & 100 u L Yk
eI T e AR AL I ELBE S N B0 bR R il 7870 i iedR ¥ B/ B 1eG BIRBE I oK
50 1 LN IR GEAR B FLA . R B BR 2GR M

[0089] #4250 1 L VEEPELZM AN NN B FL A IF HLN FH B S BR 2R v o 4 250 1 L 4458
o EIERA MBI TR ARSI L 900 KR RSN 45 3 Bh.

[0090] W HELARZ: BIEW . SAMNSIN 250 u L EIEW, FRRIRS) 45 4380 3F H RN
BB R VG
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[0091] B )5, K 250 w L EEPESE MRS N B &FASFL A IF BV H SL 3B 22 2 il o A D IR
MEIWIK.

[0092] £ 60 u L A FIGZ i gas I BB AR E T o B 60 1w L YRS S i s In 2 &4~ fL e
I BAT IR CABEEAE 1100 IS ES) 1 4048,

[0093] ¥ H A 1. 2mL 5 &= ¥ € & 19 96 FL QSP (Quality Scientific Plastics, 555 :
84501XNBZQ) L AUJMAE Bio—Rad HA¥EE (175 :732-6470) . W IEMINAE QSP & T
#, PRAEFLIE 5 B A N AR o

[0094] RV FH AR B AR ER B AR 5 HAZ RIEL 900 f 38 FE FR 58— 43P M it HH AT pH.
¥ oK mEEAE I BRI RE

[0095] i j5 W] LAk B & 4ib i — Ot S b MBTAR N H T 2R 454, m 4 (K4
120 L) "L TAHD#=AL

[0096] C. 4L IPiIA SRR LMER (polysteryne bead) 454G

[0097]  FEMERAFUFE T FEMZRAER (n L) =FEREE x2. 2 (o SR R
TR 22 YGRS, S EXF T Bio—Plex i84T 2 ¥4 1250 Bk / FL) «

[0098] 75 MR EYR Y T IR ZR IF HWR AR R 2mL &b e 4 160 0 L diH20 s 03I pr ik
EH IR . N BT B4 30 B0 HLM SR bR 2%, BARSMAN 5 BTk Bk B i . s
T IR 8 MG 23 55 288 5 3 HS N 80 1 L100mM 3l 18 — S 75 VLM T B AR Bk

[0099]  fhil#%Hr fE K] NHSS FH EDC W o 45— 2550 NHSS AR 20 1 L 100mM 18 — S s
Wb . 27 EDC VAFELE 20 1 L 100mM IR — S8

[0100] - Fd ot NHSS B8 BB 7 B ARG o B 980t EDC U in 21/ Bk
Bt BB E . bR/ DERIERE AL LL 900 R FEIRSN 20 4347

[0101] N RETE 73 BS 48 30 #2FF AR thB 228 AR5 Bk 7 AL 150ul 0. 1M
MES Z20P (pH 6. 0) o TN MY B 48 30 Fo I TR h R L. R ER
MES Sl 3 HE R0 Bk 2 VM B 78 7 IS8 T iR 2

[0102]  ARJG ¥ FIRKEBR 7~ EBAE 0. IM MES 209 (pH 6. 0) " 7T 21 0. IMMES [
(ul) =A% H x15.

[0103] /RGBT IF B 15ul BREVEAS BB AA 20ul 24ifbHiik (W b prdal
1) WA E Y. HARE O (parafilm) 258 E I HAERS AL 900 FIEERS) 1. 5
/NI o NN 185 BT Tris AR / I BB ER 1746 T ACIImE &b o Bl f5mT LLE ER 1
F I B A S 2 00 52 , 49 e R Al 351

[0104]  D. &{4itbhiikiIEY#E L

[0105] i) & T R B AR NS B 5. 4 — = w il -NHS- ALY R MR AE 227 n L
dil20 A, K5 2. 4 u LERAC -NHS- 443 (10mM) Z5INE 140 u L 4Ltk . W5
ZERPEAE 0. 2mMo FH AT IS BT OB B Pk 8 9F HAF L DL 900 (IR RN 1.5 /pi e FH—1H
TTHLE PBS K] 1% 19 BSA BL A% 0. 02% NaN, ¥ In#I &4, IF B IR & 126 T 4°C.
[0106]  Bifi J5 m] LICKE 4% AR 224k BT R B 2 0o s L Ath B 33 00 5 , 19 WA kg — R I e 1k
N/ BRAd SRk, E— RS g Rrp, A WA E LA 7, 271, 009 HETIR I HEAT 20
Ga P 52 o

[0107] 2R AF AR ST I 1) it ) 0 i e 7y 5 R 12849 Uk BH H 1S, I ARSI RN
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SURFAR AR L 10 22 ol e sl AL O ELEAT TR B 5 LE A B IRORS ORS8N O ELAE P
BORE SR I N . ASCH 5 R BTAT AR SRR LM B IR I 5| s st 45 & Tk
MR B,
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