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R S 7525 8 (a) A8 F ] 8 AEAS VA PEBUA B se S YEW . B AN, 1 R STk, 755 38 (d)
w5 i R A 43 (U B T DA AR 2 R B S AR (R ARl P AR B &) Z A8 &R
(A% I 1l 2 R, 1R I i 2R Tt F O R B I 2 43 1l 4%

[o108] £ T57k4

[0109]  BAFE IR (a)-(c) MM ETTE:

(01101 (a) A5 M 2L 25 [ A 5 o (9 A5 DU ZEL 3 76 -5 58 ot o e [ R B BRATT AR D AS TRD ) IR
HERRTAEWAZAER , BAE S5 5 BT [ A5 B BR AT A A F) B IRV T BR AT AE M B R R L
b AR IS MEFAEAE T 5P R4S A2 A 10 5 — TR b e L bR iE K bRic ik 1
A A B 45 A% 28 43 19 58 - HUBRAS [F TAR e L I AR e 28R 1E AR IE TR 2 S N, TE i
PRiCHuiAL, o Fbric ik s 5 59

(01111 (b) M E IR (a) B RIR) i B A W bric 0 LRI AR e 420 210) FH A G A2 A
=Ryl

[0112] () M4m0 38 (b) Hh A B9 AH ELAE I A ) i e e i P Al o i &=

[0113]  HEFE —HiEr L 5O S48 MA 46, iR o 147 &
A L5 58 A B RO B9 4 2 B AT A R BRAS () AR 3 e 7 i AN o BB A, R SRR
FEA IR (o) v, A R 41 40 U 2 T DA R S 7R i 2 49 9 2 5 AR CER AR ™= AR 45 B
)2 090 RAIR AL 28 i 2 , 12488 1 i 2 T F O ik B O 4L 93 il %

[0114] 4 Sk, M08 7712213 A 55 B/F 43 B8 1 S hH VL o 8 7 v L 5 B8 (e ) Al &
J72:2 B 3R IR (b) 7&B/F 3 B (1) 30 BR o AE BUAR BCSE S 1 470 o4 ] 58 A8 ANV 1 28 4 ) 4 0
™, B/F4r BS AT AR 25 Z i Is it S6 g 25 S BLIE M, SR Ja B s AN T A Sk 04T - B B A b U
IS AEDUR - PO N5 B 25 IRONEVAR , S8 I PR B B AN TR PR A AT LI AN VA PR A
FIRRH S E R A5 R R BB FR L) (BR g AR FbR 1o s 5 ) i) 73 B K .
[0115] YRyl ] BT IR Sh 2 i 57K (pH 7.2,750. 15moT /LS AL AN 10mmo T /LA IR
Eh G LR BRAEPBS) , & R T35 PE AR PBS AR SCHFR K PE A 5T o T3 2 10 vl P 57 4 491
FAHEAE B ARG PR, kiR 20 6

[0116] kA, FEMNETTIELH , 88— Ui bk [ 2 fEAN A MR i), 7T DLAE AP 3R (a) R 20
PR (b) Z T4 N BEBE AN TR BRI D B, DARR 25 R IROBE ) R B o 7EIX FRE L D3R (b) A%

9
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T AP R (a) I I B 2 A S R4S A A A AR IE S HUIR RN, TR —Pudk, A
SR I SRENRENIE VLS =R /0PI

[0117]  FEME T2 fERE S A 4 73 B PR R 8] 2 AE AR 3k EPs U, 76 40 %
(), [ A AR 4 A bnid s F YEY B B 45 A BUIR I 45 6 W I ANV PR BUA L f )%
BEMRNL, 77 5EABEBRE G RIEE G BRI G, B ATE R,
L S 2 AW 5 RS ERIEE SN KARIC s F MY B & 01 K ok, 721 52 A A
R Abrid m R T R HRE 4 A TR S A MR AN EEBAR AT PR () BITE L
FEZ AN B BT R 7 ok T %0E A VIR B 0% 52 A WD AE AT T A b [
SEA S T bR 2 R BLE AR G BRI AN AR B F R T S M SRS EREE AN
PRiCse MR 98 AR 4 Bdnid s F W) UE Re 45 A BRI 45 6 4 oL ) 7 B 6
e PuRiE e X PR SEH S AR EARER T, 7T LA IR (o) MmN EATTE R, @
IR B R 4 %, (I BB S DIE R k. B IRA WSO G, i E AT U S RE
TR E AN IR S Y R 5

[0118]  FEME J7ik1H , £ —HUR R B AE AR A BRSO , B AR EE &Y
W AR IE ST 5 RS 7R 5% 2 AN AR E BT R 2 5 m] DUt 7EB/F 23 B b SR P N
[l 52 A A R4 B AR L PURIEER S A B — TR 45 AW B A S PEBUE SR 5 0 25 IR ML TR
T FEURB AR AR BT B b, B E AR BB AN bR IC TR S R B S REE S
VI B bR BRI 25 ] LU 7R S B A MR U P IR R 7RI B A R4S A b il ik
HERL B — PN 4 SV R A B B NI IE A, S8 5 5 RS
FEEBATE A K HAT AR S AR IL U HER 4 A B — PRI &AW B fl 74,
7 F R 77 AR S —HUAR R Zh A i P 5 R AR T die S B o dds (B8 —Budds) R 347 o
AN BB LR B RS FH R 7= A2 88— B 0 )4 & R S0 0% Bk 8 A B oAk s FIAE 38 — i 2
BATE E X s, brid i e AR A E w X 3k 7 B, tFabBF (ab )2, BiFab’ (115
TR 5B — PR rE B X R R RS A A

[0119] (&) ANiA %Ak

[0120]  [ii] 5 FroAA B 5% S PR A o () AN VA PR BUAR AN 2 R 1], R 2 HmT DA E iR VPR B
G B RN AT o ASVE PR AR B DL A BB B FE R A IR, ISR 2R 20 IR IR B R
IR, M RO, TRA LM, Je e, SRR HL IR IR IR , I, BRIEwE , - 4L 3%, ik 4F
Yz FEIRAT 4 2, BE PR AT 4 2 FIR AT R R £ I , B 38, B s , MRSk K & g o ANV
PEBAR G DL I R B EFE 5, Bk AR O , G 7L Fods o i, AR LA 96 FLIK R 2K 2,
A5 T R TR AR LA I

[0121]  (9) HudR B 5 PE) PR AE ANV PR 844 ) [ 5 1k

[0122] N3k B 5 M Bl 58 76 AN TS g 1 ik 80 48 O R 5 i, an s )
HREER TV A AR B U7, B2 A MR R ) 19 O R L B, S BB K B Lk
FE ] BRGSO A 52 o 78 F SRR & I o 0 e ARVE DR B 03 D 7 R IR AN VA PR i
(AR LT 5 [ 52 A H 73 B 1 1R AREE L A I N AR B 5 4 PR 0 R R V8 SR S 724 °C -
30°CHEE 1N Z 1K, BEAT P .

[0123]  Hrud sl 5 5+ 1447 5 mT DA BLFE B 422 8] 52 7E ANV PR A4 b o Ta) 422 ] o 1) 49 o i —
FhI7E  Z A RE A A SR 2R A TE B I Y = LUk B =S

10
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o1, AE I AR 5o MR 2 A B e R4S G M R B - 1) ] 8 B AN PR .
Gh, AT LR BE 5 Frid Bkt s 45 A I PUR B EE 5 BT id 52 4 PR ) o s e PR 45 6 B A [ e
TEAE TR I, Frid SuAk Bk 55 4 R 49) 51 n] DB 1 3K A (1) o ds [ i 7EAN VA PR .
B, PUAREL T ) 5 T DA TR e A SR T A ] o AE AN Ak o

[0124]  EffEAZIR ], R L H AT DR SR B 7 1 B se A 5 A S s s M EE ) & 5]
Z T R AN BRI AT o A5 0, FEDLI S T 2, I FAAR 2 Ry B AT DL S HUA R 57 B
e 1 LI 55— S N R BRI AT DL S5 A PR S 1) B 5 A1 NI 55— IR N SR T I 4
Pt 55— I B[] 5 58 — e B AN ] SR B GE S R B K B Be A AN PR iR R 1 |
BARE B Fofm i, 208, Gk H it S0t B0 Bt , Wk  N- 3 L DR A
VA AR G SR IV e s o i A b 1) s N R A ) 41—~ B, i a5 R 23 B, Bl — S I, I L I L 2
R , 0 i B, S EUBR TG 5 SR U i , N—F2 SR % HT B P fie (NHS) B , L9 2R & (PFP) B
e R ER ML E B IR AN & S RN 2 ]

[0125]  (10) HifAEess AL HIARID

[0126]  bricHidgk SR B A 43 B9 b i M i ] 45 il , S8 W o, 6 o, TR Ve (R 7
LAEMER, R ER R (digoxigenin) , B AW F I 2 MK, 4 J8 AR Sk Al A ¢
FLIBRL o

[0127] g 1) 5] 40 5 Bl 2 Bk 1 I, ook 20 AL A Wl L S LOBE B A OB IR TR R IS
(glucuronidase) FIlE 6 M o

[0128]  ZLW B B FE R R iR JURES (FITC) M2 P B i JUR Bs (RITC) o H
BRI s & M (Science, 281,2016-2018,1998) , #EIHEE [, (4L 5 1, LA
MoK I EA , gttt xSt A (GFP) , 4L i b B A (RFP) , B (A58 6 5 1 (YFP) fIiE (4
2GEH (BFP) .

[0129] KOG B ] 50 BE 85 (acridinium) R H AT, 57 4% & V) VS K B
(Tophine) X T4T 4 &4, e o A ML A& Ko Ak 22 RO & ) (F£CTin . Chem. 37,9,
1534-1539, 1991 1 H43R)

[0130] Uitk [l 7 2% (0 4570, 1, %S, 5P, P T T

[0131] S AR A 2 KA B~ G FEFLAGHK (FLAGHRZE , Asp Tyr Lys Asp Asp Asp
Asp Lys), ZH% R (HiskpZs ,His His His His His His),myc®A7 Lk (mycknZs,Glu GIn
Lys Leu Ile Ser Glu Glu Asp Leu)FUIL&EZR R A7 B (HAFRZE , Tyr Pro Tyr Asp Val Pro
Asp Tyr Ala).

[0132]  HuAR AR AH 43 i A 0 AT LI AE ST AR B 75 1 B B A S AR IR B e ] 2 1H)
TE A BUTC IR I LA B ) Rk S8 B o B B [ 1 491 R A ik Uk, A /K H ki, 3
BRI B U R R R, T A I IV i A S T R I o T DA AT X
B e 466 R

[0133]  JB AN Ty i 22 A 1 B 1) 7 V2 461 0L 58 AT Pl Al — P Ak 540, INEDCH 775 o 7E3IX
FRAEGL T AT RASE VS PR , GONHSECLAT AR M) o e i s IR I s 5 0 2 TR I 4 & OB FH T
HAT I EWN, R EE M 2 g9 e 264 SR A R P EAT B2, PR T =2 LI 1

[0134]  FEBARAZIR G|, HEH 7] LAEFR1E S Puik < [0 2 H % B 1B fe [ s Rl n
Ban , FEPLIE SE i T7 Z8rh , HE A AR R — 40 W B A T DL S B4 1) 28 R VR Ik I R 55

11
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— B BEBIAA] LL S AR e MR B ge A I B 88 B BE RIS — B Rl 55
B e AR AR R B Be A R B s BTk e Re A

[0138] DA Ak 2 Uy VA il & A YR A AL R SR T B B fEAntibody
Immunocon j.Radiopharm.,3,60,1990 " H&iR i) 7774

[0136]  FEFRICHERNE, SR MK, VOLK Y EA BB E A EE K, IR P 5 £ Ik
R OGS AT L SR AEPRC A « 77 A & A g S b ic M A A4 i Bl & 2 3 RUDNAR 1A
AR, RABARGINE TR £ IF R B (0 7wk LB =EF M (Molecular

S —

Cloning:A Laboratory Manual), 2 =k ,Cold Spring Harbor Laboratory Press,
2001) o R 15 2 1 (19 DNA ] DAIE I8 FH 2% B SR A 044 ATAR 1C 40 AU DNAFKI PCREE 1) T [ , AT
I RN R NE R BN DNASR RS

[0137]  7E b3k (6) B0 & J7 vk 4 fad (9 2 AHE v A TR bR e URI2 B 7B i it
FrZH 73 456, P s ISR ok 51 A M BLAE FH RO FRACA) o IX R bmic P i ] 455 2 30 HH '
HLIRBE R HL AL (FRET) B 58 6 T - FRET A2 85— SR G 0152 R TG IBUR IR 7 AR 1) ROt e B
FAEFEI 55— RO T 85 — 2 6 T e B B BT R , H A AR AE P A D6 4 o A sk )
PE B 91— 10nmit} o R I FRE T 264 BT 4H & 1491 A0 4% He rp — Ml s () RO K8 5 )
— M) B EOR ARS8 E B A A RO R Bl aRE RO E AR T EA L
WICHR AT A &) RILHIFRETHY 280t 81 1 45 AT E FE YFP[ 4 (5 58 )t 82 1 (GFP)
1) 58 10, AR 4K THICFP [ g 02t B2 1 (GFP) () (A RAAE T A & AR FEAPUR GG R
HA I Cy3MCy s A & - B AW ) ] 745 &+ i (Science,281,2016-
2018,1998) .

[0138]  ik4h, BAHZEHh bric WA & B B 7 I G R I A MR OC LR BE S 82 (BRET) I
PR AR AR R G AN A R 4G o ZR I HE BRET I B AN 2 40 ot (1) 414 1A 491 0, 45 g e
fife L SRS DS T ) e K 1 5 e S ) SR OR B K 2 M A A A A A B
FEAE N Reni T Tass Yo 2B (RTuc) , fE AR Deep Blue C(HPackard BioScience’Zy
w) A ) &, RAE RV BIIGFPI A A o AE X FiAE O N, RIucFE MR, 74 T KN
395nmif) O s GFPEE VTR Tuch] , GFPHEUL 112G B8 &, 3 & 5 HH AT AR I FRT 98¢ 4K 95 1 Onmf) 2%
e

[0139]  BAHEhbRic Al & 1 67 48 o BEEAR LI NS i 2 BAH ST, JFAE S —
5E [A] I 25 A i S B P B A BRI 20 A o AR e A I 8 B FE A E AR e LI B2
BEE B A a0 AR AR IC 21 B I H G I A o SWEEAL G, AR NFRic L)
RTucHRINA I 45 A I AR 200 R Tue () CAR S 25 A4 I 265

[0140] (1 1)FuJ-Hudd e i

[0141]  HUJR—PiAd S SEAR B AE K PEA B HEAT o S RLIEL B2y, 461l 301, 0°C =50 °C , Hltazk 4 °C -
40°C o [ ML TR 3% A5 93 22 20 /N

[0142]  (12)Fric BRI INE

[0143] W& S sEE AW bR &8 IE 5 775 R AR S br e AT e 8 5 B Ut
FEFRICY) R (3R, RIS — K IR DG I P o1, B DN 5 ph 4 4 5 3 B D (O JiE ) A2
W SR OLT , AT BAME - WG EE T 2 AR ER 56 « EARIC Y N RO BRI 6L T
RIS 96 66 BT 5 e 2 AU B 55 A dnic Mo A 64 s, m] LS A ROt

12
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JETE, RO 2 FUAR A B8 55  AE AR 0 N BT T (R A2 SR A 00 T O MR 1R 7 25 1 & ] LA
Ik PN KRB S v — L B0 5 U A 1 SR D

[0144]  FEARICABERIIEOL T A e & AT DA JE Ik 0 5 s 12 >k U 5 o 461 4, bt i = m] DA
T 3k A 1D JER A2 5 T IS L 5 A2 i 0 T2 ) 0 S R D 52

[0145]  FERGE I A WEG RGO T, 1 SE ARG )35 1 T DUdE I, e 6 BT, e
A3 IR N T A O BRI S A AR PR R B — BT i
IEAEE L E A S5k S S AR A A, B S A MR ) JE Y S v, K
AN ETE B 2 AR A0S W & R BV MR RO BE SR A B B S ) 481 A0 4 T R B £ J
(Teuco—type chromogen) FlIE L& 4 ) (oxidative coupling—coloring chromogen).
[0146]  Joa 2 5 Jii 2 A S AL S AN S ALY 5, A SR AR B A2 AE T B O AL A B
VI3 o B AR A0 HE VU B SRR IDE 2R R, AR R g, 10-N—JR PR R U B -3, 700 ( &3 ) -
10H-WyHEIZE (CCAP) , 10-N-H JE 20 FF B 5k -3, 7- 00 ( - FR &8 ) — 1 OH-W3 IBE & (MCDP ) , N—(J& FF
FIERIL) 4,47 W IR ) IR AN (DA-64) 4,47 -0 (VR IE ) R R AL 3-RL
(AR5 ) -4~ &S OR 3L 1% (BOMA)

[0147]  SEALAE &35 o 0 JR S A0 i F AL SR S 5, a0 B A Wl A7 AL R 83 T bk,
A I EAAR BT BRGS BEI T - B R AL A ) 2 A 1 B R AR A R RUR B R L &)
(Trinderid#)) I A, KAEE FIFIE AL SR A AR A AU ] 76055 420 2 2 B L bk
(4=AA) 13— F -2 2R I R A AR I 5 o A% e SIS A5 P EG) 491 A 5N (3T TR 425 ) R Jig ,N- &
FE-N-(2-F2 3T T 55 ) -3 -F LR % (TOOS) , N=Z, J-N-(2-F2 J 3T P 4k ) -3, 5~ - F &
ZE i (MAOS ) , N—Z, FE-N-( 2-F4 JE—3 -l A 5k ) -3, 5— — FR A J 2K i (DAOS ) , N- 2, FE-N—- (3T TH
3 ) -3-F I Z (TOPS) ,N-(2-F2 J:-3-T# A 5 ) -3, 5- - 48 2 2K Jie (HDAOS) , N, N—-— Ff ik~
3—FF RO Ji NN (3T TR 4 ) -3, 5— - R AR B DR i , N—- 2, B -N- (3T TR % ) -3 - FR A B R
Jile s N—- 2, B -N= (3T PR 2 ) R Jig , N—- 2 JE-N— (3T TR 2 ) -3, 5~ FR AR O Jl , N- (3T TR k) -
3,5- B R IR N- 2 -N-(3-Fil P 3 ) -3, 5- R LKl , N- 2 JE-N-(2- 2 -3 - T TH
5 ) -3 - A IR G  N- 2, -N-(2-F2 -3 TR 2 ) R i , N= 2, -N—- (3 F B 2R L ) N -3 3
Wi 2, — i (EMSE) ,N-Z, 3 -N-(3-FF L 2838 ) -N" - Z b 3k 20 — g RIN-2, Fe-N-( 2- %2 -3
) -4-9-3, 5- ~H AL IR L (F-DAOS) o By Ak & Wi 91| 045 2K 1y , 4- SRy , 3-FF 0K
Py 3-8 3E-2 4, 6- =R R (HTIB) o

[0148] I8 % 43 e BV e ack A Ak Ml i MR I 3 vk B B 4 — P 5 i i T 1A,
FEAE R ARG St S AL SRR R A, B A A B O S A I L, B 76 e 4y
FESE T, 5 22 FUMR B A S5 I & 7= AR 1) W G I 3 B R Y T il R 4 - R A R 2
i, 3-(A-FRERI ) N AE 5 & .

(01491 J 3k 2 ol I &y ) & aok A5 Ak i i PR 1) 5 vk B B A G — g v i VL RE i
o E AW St AR R R R LA, B S AL OB R SR s N, K B R OGRS
K2 UM BRSSP AR YA YE R B o RO S A B RS KA A S DG B A
wEM.

(01501 74l A Wl PP Tk PR T PO 15 450 1 T P Tl 8 3 P o] DA S ol 48], R 6 I 02 0 =
T I R e D v DN T R R T P 1) 5 VR I 9 ARG — Bl v 5 1% 5 VA R R T PR
Al 5 A S S Je F R EBR BT, RO 2 FUAR S0 8 S I & 7= AR 1 v 6 1 R 6 i vk

13
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TR B R B F 53— (27 MR G W 5e ) —4-H A FE—4- (37 T Bh 43 ) e -1, 2- 4 F
T e BN EL (AMPPD) , 2--5-{4-F & & [1,2- 5 A T H-3,2"-(5"-5) =1
[3.3.1.13,7)%8 58 1-4-FE ) 2R LR —4M L (CDP-Star™) , 3-{4-FF S IR 1,2- 5T
Bi-3,2"—(5"-5) =¥F[3.3.1.13,7] 28 F 143 ) RILREEE —49Eh (CSPD™) FI[ 10-F -9
(LOH) MY g X3 2R A FF L IR — 82k (Lumigen™ APS-5)

[0151]  EREEB-D—FFUME R 1500 R , B-D—F FUREEF B S Y v LA, il , 0 6
15 (B 43, RGNS VAR S 7 6 s VAN & ol ik 2 6 B vk (BE a3k = B-D-F 2
FREFR B R (0 7 25 00 91— 5 A T A8 s 3 2 3 —B—-D— M I e 7L W 7 1 O 1k o et e T
VL& B-D— FLUIE B B 1 10 7 VAR B R — R 7 1k T B R B- D AR I S
HRWII L, BBt R ICHE LT, ROt 2 FUAR S8 55 DI S S SRR R o B-D—P 7L I
i1 SR 4 491 F AL Galac ton-Plus (FHApplied Biosystems ™) B A it 7ok
436 BEVE I & B-D— Y FURE H B v TR B v R — MO vk A AR ER-D- - FL
FEFEAR-S R RN, BBt 56 66 B, 96 22 AU E B8 25 T 2 I R VRLIN 58 o
B-D—2= FURTFE 0 JEE A (0 9] 0 54— R J - T i - B AL DL i FURE Y .

[0152]  7Efff & a0 BRI IGO0 T » BB R B VE PR LU, Bl 0, ROG I E RN & . 8
T RO I A I e ' 2R R TR T VA B R — RO T B D R S
SRR, Jo 3t R G PV » K6 22 FUAR I 50 250 T 2 S VA VI R o i Y R B SR A
Bl FafEE R ARG

[0183]  ZERRICH AR 2 TR, R I6H T, O 1 R A7 25 B 2 A1 1) e B bR 2 1 45 4
N AT DRI — RO B TR I, 1% 7 VA T B S e RS A TR
Y-St} CAREATE A N Y TR UNE % ARG/ SR AN Ay o =R /)| 1O E T TR R NaI% et
S ) R bR IO 4 B Rt A ST AR IR B8 S AR L S A TP R e B K
e B RO PR R 2 B AT U = R S bR e B S A I BRI B R AR S kR
Wik S G e, st 5EM = ric) Fr e 45 A W) i Rp oG AR B SE A2 k4t
WA PARRAE G HE LA R P BRI 7B AT R D < AT R S hnic ke R 45 S W) L, tnge S hrid
PR SR A A I AR RS R 2R BRE SR A3 5 % B AR i 4 & s S8 S AR 1L diis
PRI A, Foh bR in B T Ik S T RO B RO PR R 3 B SR AR D RE S P R
CEA BB RIE K, BT b 20 5 B S AR o4 (FUA I 31 - 5 B8 5 BRI 18 52 X 4 e R 45
(Kibtd , FRE 5 o5 A28 BURE o AN B R R A IO M) s Sk 45 A s R Rt fi B SOk ¢
SWIR KW TR PR R 7 R R AT R

[0154] X ik I v BT UK » G615 5 R 28 B W A 8 b iC e e PR 45 B TR i, BB S
U IR 52 X R e MRS A BB, BB -5 0 RN R B S AN 2 RS S 45 B IR B T DL 2 3
B 5 B PR, B Fe 4 O L BRIG Bk B B, iFab, J@ R B & A B AL EAS 2P
(ab’)oFNE L & 1 B AL PR S8 SR AL R 13 B FFab

[0155]  (13) AL 71 I 2

[0156]  XF-T-FFINLH 7 I 2 , 0 75 FIARAE &, BE, B0 BE4H 7 1O P8 ) 48 ST L ik B
5 INASE CHARC RS B E) Z 10 98 RIS IE i 2 o 26 7 109 B2 AT A Ry i - il
AT I 28 5 FRE SR BEAT I & 5 RILK T A5 00 5E 1 5 TG 72 AR KRR I Bl 2 SR R ok

[0157]  (14) /KA A E AT

14
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[0158] AT A B G % M 52 77 V2 B A PR A o 6 4 0 25 B 7K, 28 AR AR 22 i
PR G2 R o P T 1) 45 22 P B G b AR AN S 5 Sl B ], (R B 22 v ige J3 RAAT G2 Pl I
#l B FEpH A - L LI G2 VR, A0 LR SR 22 P, AT A IR 2k 5 P AL, TR b 2 PV, IR 3T TR 2
GEPPRL, SRR R PR Eh 0% I TR IR R 0% R, — LB R B2 v, — B G 52 i R = TR 2%
PRV, T L 22 R R 22 1, WR R 2 VAL, P SRR Sk 2 L, B IR SR 2% L, H A R G L, B
Mg SR 5% MR, DR IR SR G R, H 2 PR MR B Good ™ sZ2 M o

[0159]  Good s 1) 1+ 0. FE 2 NG Wk It £, T i (MES ) 2 iR, AL (22 £ 58 ) W L =
(BRI B EE(Bis—Tris) G, = R A F bt (Tris) Ml ,N-(2- L B k) Wi
R R (ADA) 22 P, WRVE-N N =X (2- 2L TR ) (PTPES) 22 P, 2-[N-(2- 2L B e Ak ) =
Fe 12T g (ACES) 2 (R, 3—M5h Wbk i —2— 4 L AT it 582 (MOPSO) G2 M, 2—- [N, N-XL (22 2. 5% )
FAHE ] TR (BES) G2 B, 3—P0 bk I TR Tt B2 (MOP'S ) 22 i, 2— IN-[ = (Fa R L ) B L =t
LR (TES) 22 L, N-(2-F8 2.3 ) -N = (2-Tifi £, % ) Wk Mg (HEPES ) 22 3, 3-[N, N=X (2-$%
) A HE ] -2- R FE TR (DIPSO) G2 P, 2- 2 3L -3 { [N-= (Fa F 4k ) FR 2k T At ) T R
(TAPSO) 22 P, DR —N N7 =X (2— ¥ J5E A fie - 3T iR ) (POPSO) L il , N—-(2-F2 £, 5 )N’ -
(2—F4 H—3—Tigg P % ) WR R (HEPPSO) 2% L, N—-(2—F2 £, 3 ) -N” — (3Tl A 2 ) WR W (EPPS) 2% iy
W tricine[N-=CRFF ) AL HZ IR JZ2 P, vicine [N, N-X(2- 8 238 ) H & R 1 2
T, 3-IN-= (32 B 3t ) B 3 VUL TR AR (TAPS) G2 i, 2- (N-3R L3 & L ) Z H R (CHES ) %
M, 3-(N-IR T 3 ) —2-F2 L TA I R (CAPSO) 22 i AN 3—(N-2R O J L ) TR R (CAPS)
G2 T o

[0160] 2% phyl 1) e 52 AS 52 e il B ], R B 2 & T & pg Wk BERA AT, AR 3% 290. 001 -
2.0mol/L, EAL#0.005-1.0mol /L, T HAL#0.01-0. ImoI /L.

[0161]  FEA KBRSl )ik, &Jd &+, & 0, RS Tem, Bi A, &8, At
SE TSR] LA — B I

[0162] & EEFIIHFEEEE T MRS 1.

[0163] i FE S AN AL T o

[0164] WY CL K H B B AL B4R

[0165] B M0 FEES AN ER(EER. FHER, IKKERF) ,BioAce,
Proclin 300f1Proxel GXL.

[0166] & AR F A+ IMLIE A & E (BSA) , JG2F 1L (FBS) , g 25 1 ABTockAce (HH
Dainippon Pharmaceutical Co.,Ltd.47"),

[0167] 5 [ & e 77 1) 9] 0. i S A R A e 22 i (FH DakoCy tomat ion ™) o

[0168]  (15) %y Iz ik 7

(01691 7% BH ) # % I 5 3500 AT DA R T 4% R BH IG) S 0 58 702, HOABE B ocde A (3)
(IR BR AT A, W6 2 I 045 58 48 £ A 88 2 R 1 Vi PR 7R o A% D B 4D 2 0 7] )
Bl EFE— PR 2R 5 DA (D) -1 RS, () R R AT, O£ iE
AFERA AR B AR I M -

[0170] (i) Reds A B — PR R4S A H o BIbR LS —Puldk

[0171]  (LiARicTege R BUMBR e 25 A 4 o X Re4h & s e R B fidde s A %

[0172]  (iii)sed-MEAIBEBE 4 A 4 7 M RE S & e Fr W U b i B A
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[0173] 2R S AR (1) G 38 00 s ) ) T 5XAS 32 45 31 PR i 5 R 2L I s A e IR 1 47 38 M 5 g
T BT AR T 2R B A BRI TE 3, R T a0 A AR T s R i 1
U SR RIVE AR T BT IR K YEN P 2 e, BB R A T =

[0174] G T A R BH () S % I s B 700 o B A R IRV BR AT A4 » B 45 B L o I A, s 5
YW, Be &5 A A I ARIE ST R bR IE 52 S PR L, RTIA BV IR AT AR, s IR RE &S S A 1
ok, AT e 4 M 5, BT IR B 45 A 4L 2 AR E U R RTIR b e 3e G PR 5 mT A 4 Sl 4et T o
B, A 22 B 1) G 2 DN R 7)o LA AT DAL R K A 5, B 4 B 5 i IR &, A iR
B BT R VS VER), ARG 7], sl 8 0, TR S A AR 755

(01751 kA, A s B (1) 2 DN s 70 T DA AR 7] 3 10 T Qi 7 R0 o R o 3K 751 8 1) 49— 0. 6
FH P9 i ) 2 P 3K 7R 6 R R = ik AR L Rl 7, A il ) 8 0 ) () 4L R T DA
AT AN FOE 235 8 a0, 38 1 W R BR AT AR WV AT K PR A R A5 YA VR RT LA
VB R S ) R RV TR 2E B 8, 0 mT DA A Bt ) & 1Rl —

[0176]  (16)FPhHIAE T M4 & [ TR T4

[0177]  ZRJRBHHR AL T A5 S W e 75 20 85 A O AP B AR I 2L 43 () 325 w10 o 1f 41 2 1
TR T V2 o 75 G 0 52 e 2 23 1 5 i rp , L4088 (1 30 mT DA R 55 458 5 b BT A 1
R BRAT A DA IR IR BR AT A 01 A7t i o S5 b BT 81 (R BT BRATT AR WD AS R 1Y)
AT BR AT AW SE A7 30 7 RS b L2 B AR T T P AR T HERR G D

[0178]  7EF SCH , K 2 R St 9 %) A% i BH R AT HARRE IR , FEAS RLA fifRE A PR il A BH I
[0179]  [sejatsl1 ]

[0180]  [1 1HuMxAZE [ B2 v & A4 il 4%

[0181] ™A= B wo [ AR KM 1 24 1K) 2 52 83 40 il ZRKM1 124 (FERM BP—4729) F1 7™ A= B w [ 471
KM 13517 2258 983 2 o ZAKM1135(FERM BP-4731) % [ LA5-20 X 10°4Hi i/ Sh i & H) £
FEE (pristane) ZbIR 8 JE WS HE PR M B (Balb/c ) B P9 33 5T o 10-21 K i, 2428 98 41 B 75 /)N
BRI A AL, B /N SRR K o R USCHE B B 7K BA 3000 pm S /005 43, BARR 25 [E 4k N 54 ,
W b5 o i S B YT v (PR -2 36 = F M (Antibodies—A Laboratory Manual),
Cold Spring Harbor Laboratory,1988) M [ i+ i b 55 v B Huid , 735045 21 5 v B 4t
KM 124 FIKM1 135,

[0182]  KM1124 2 f&-5 M AMxAZE I I 202 Ko 46 TH H 55220297 AN Rk rh 1 SR A 45
AR /N B TR SAA , KM 13542 B8 55 M AMXAZE [ (1) 2 25 AR S FF A 1 500 55 10-220 ik 5
HH R R 45 B (1) /N B B e B A

[0183]  [2]H ZHMxAZE A1 4

[0184]  FHidEIL AEpET-14b#4k (FHNovagen ,EMD Biosciences =) {INdel fiBamHI 2 J&) 37
NG A gt AMxAZE 1 i cDNAFINd e T-BamH T A B 1 77 AL ) AMXAZR (RIS FRARPET14b-MxA
(Nucleic Acids Res.,32,643-652,2004) %1t KAt BBL21 (DE3) pLy sSE #k o i 5% A4 3£
A O IIANA S HI sFRZE IMXAE [ -

[0185] Y4 B 1594 A A 42 P N BmL & SR P AR LBES SR B vp , fE3T CHRG Hr 7 4l , L &2
600nmAk [ 6% & (0D600) 1L 20 . 5 B iZ K TR A 250mL % 20 AR LB 77 2, 78
3T CHRZ BT FR4NHL , L 2 600nmAb () 6 % Ik 200 3-0. 5. MZEF FEW R I 7 TR 2L 18
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FUBEE (1PTG) A &R N0 . dmmo 1 /L, B Ji FEAE37 CHRVH 15 322/, 2 Ja 45 B 37 . %
B FRMAEAC LA3000rpm 25 00 1043 B, AU SE 2 T 41D o 7580 °C il 7 4 18 41 ML , T &2 il 44 Mx A
B

[0186]  FHTMxAZE (A LA IRAA A F 20 A7AE T4 B 40 e b, DR ol &0 1 4 e /e vk B R, n
AN 20mLIK¥A B 45522 Py (5mmo 1 /LK, 0. 5Smo 1 /LS AL N, 20mmo 1 /L Tris—HC1,pH 7.9),
15 31 2 VR VL o 5 200 T 4 2 V- RRE S AL BB VR, BREVR 30D, LA AH B A 2L, AR JE AE4 C LA
4000rpm 250 104 B o Bt 25 B TE VL, UL BVFAE N 20mL oK A (1 45 & G2 v b o [RI A R
AT S AL RIS 0 o B 25 BTV 1A DLTE R NN 20mL B A 6mo 1 /LR R K 45 A 2 phifl , 19 2
B TF VR o HEAT AL R A AL TR I L VR A A UK BB 30 Bt AL IRAA A AR, SR SR AE4C L
10,000rpm 2 02307 B U EE IR, SRS 220 . 45nm L USRSt 8

[0187] M E W T IO .5mL Ni-NTA His * Bind#fJlg (FgNovagen ,EMD Biosciences
AP IR AEAC AT BER IR & 2/ N fBMXAE A B Hi shr2s S R4S &  iZ IR A WAE4C LA
3000rpm L2438 , LA [RIUACH I o 1] B4 i A 0N 10mL 2 6mo 1 /LIK 22 1 UKV 45 5 G2 P G
A FRVRAAEACLA3000rpm 50240 Bl , LA RIUSCH i o B B iR A E JG , Z S i AR o )
TN TOmL UK B B 22 v (6mo 1 /LIK % , 60mmo1 /LK, 0. 5mol /L& AL 8N, 20mmo 1 /L
Tris—HC1,pH 7.9), &R G W/E4CLA3000rpm 25025 8, LA [ T

[0188] % 10mLUK¥& It 22 il (6mol /LR 2 » Imo1/LIKME ,0.5mo 1 /LS4 , 20mmo1 /L
Tris=HC1,pH 7.9)MAZIR G , 7E4°CAFRHE IR A 2/ LA b e lMxA SR 1 o TR
AIRE JE7EAC RA3000rpm B 0243 Bl , WA 1375 VAR AMxA SR Ao

(01891  [3]HiMxAZE [ P4l & HhAR 11 fill &

[0190] %[ 1]+ i3 B HIMA L [ B0 va B AR KM 1 35 FIPBSH B 22 ¥k 2 A 5ug/mL, IR & 4)
PL10OLL/ LI & BC/E96 F L = Ak (FHNalge Nunc International 27 ) H o 44 /B Bk
BB G, EVEW, InAN25%BlockAce (HHDainippon Pharmaceutical Co.,Ltd.%
7 ) MI300uL PBS, ¥ & AR AE 2 N SUE IEA , A REAT REL I o R 22 FE W v VS FHPBSTE % o 17
SE AR FHEL 2 TR 28 T 30K 5 AV SIMxA SR 1) 50 v b P A4 [ 52 A0 AR

[0191]  [4 13 S AL MIBEAR IC B BIMXA SR [ HUAAR I il 4%

[0192] 3k R SCHTIR B Sl I ey [ 1 T e ] 2% (R HMx A 2 50 S B S ARKM L 1 24 5 1 4R
WA (LT TIFRPOD) 25 4 , 13 2IPODAR 1L HIMxA R A Fifds

[0193]  ¥%%, 0. 1mol/LANER ER 22 M (pH 8.0) BUAC & 47 2mgdiMxA TR [ HARKM1 1 24 ) ¥
VA ), N0 086mg 2V 2 F T 4 21 1 e #h 8 58 (FHPLERCEAE 7)) o FHIR A, S 4 I
Y BEAE30°C N304 B o HO . Imol /LIS 6 2% MR (pH 6.0 ) P 1) Sephadex G25(H
Amersham BiosciencedE =) A (1.5emELE X 30cm) [ 22 I N VAR 0 R I M1 2V 22 L i 24
RpE , H S AL LML 124,

[0194]  [FIM}, % BE R LU AH 4 T iMxA SR 1 HLARKML 1244 545 2/ 2. 5mg POD (FHTOYOBOA:
7 i E A 1 -C) VAR AR 2501l 0. 1mol /LSRR S 42 i (pH 7.0) 1 JEBAE30°C s 55
B, INO . 7 2meg AR AEN ,N- - FR JL I @E e (i Nacalai Tesqued: ™) d fRIN-( 6— 15 e B 31 i
O P 4205 ) B8 HTE TV i (EMCS , FHDOJINDO Laboratories =), SR &4 , [ % 4% 4 4E 30
‘CREAT3053 %1 . FHO. Imol /LB R #1252 M (pH 6.0) P4 ) Sephadex G254 (1.5ecmELfE X
30cm ) S VA R AT HERE I U 5 LABR 25 A% OB IKEMCS , 54 5 2R B % AL POD
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[0195] 5 DL FFRAFHI AL HIMA S [ HUARKML 1 2410 VA K 5 5 >k M 7 iz AL POD ) V2 VR Vi
A, 1E30°C I N 1/NEF o B f5 bR 18 P44 FTPODAR 10 6 BE 7 (IR AR 4 A 9) G2 v R [ 50mmo 1 /L
Bis—Tris(FHDOJINDO Laboratories i) ,0.1%BSA(H InterGen ™) IFRFE80044 .

[0196]  [5]HE S AR il &

[0197] 2% A il LA T H AV AL w771

HEPES (pH 8.0) 0.1 mol/L

F THTE P A (R BRI WK 1)
[0198] NaCl 1.5 mol/L

BSA 0.1%

& R 0.1%

(01991 [6 145 FH J& Lo B IK e 55 M B 32 M A 1 U 5 R G A 42

[0200]  E3kR[ 21w il & FOMxAEE A A0 B 3A 5 T il 2 P A58 ot B8 7 R A M0 (R
HEMK),3.2,6.3,12.5,25,50,100F1200ng/mLIKMxATE [ IE VR , X £ vA R A 1E D&
FEd

[0201] [y 3R (3] 7™ AL [ FMxA R [ BUARTE & AR H i N 100uL Il & FAE &, ARG TR &
VITE LRI B LB, 00 & FATRE S IMXA SR (1 S 3RS A o b 2 0 & FEE S 5 5 In A 400w
LBEHRR(50.05% - E 20 (FHKANTO CHEMICALAE =) IIPBS) , FEFR L BEHB, b B R %5
BRARAESIR HEAE I 100uL[4 ] il & BT PODFR 1L I FIMXA SR [ BRI, Ak SR/ 2 IR OB
304381 o R B ARinbuis , AT INA00RL BRI, S8 FE bR 25 We A TR 1) e ik BB IR - 7E RS
A MATO0LL 0. 05 % PU B BE DR Jie Al 28 A S PODIY & (2 JIS ) TMB 1 ue (FH Serological
ALY Uk SR B RS 104 B IIN100LL 0. 5mol /LERER , H7E 2000 & 1040 b , {3 g B 2%
1E o AR 5028 U S A50nmip K AL FI MR JE o 45 SR RO FE R 25 DU A S i MxABR 1
JEE RT3 342K, 3K UE B 1 MxAZE [ ] A B &

[0202]  SERR b, 7RI ML FIMXA SR IR FERIAE OL R, AR FRo7 U3R15 108 1 it 22 4% F
S I ML IMXAZE o

[0203]  [7 14 FH A8 AOIMx AR [ (560 IR [T Uk B

[0204]  {ii FHHIEDTA « 2Na R I8 M TP 44 993 £ 1 L RIMx A £ [ FH PR A 25 A = A R AR
R L

[0205] K iZ My A (5 ] A% S B IR R 1O 6% , BT A B St AR 8 7 92 [ 6 1 & 45 A & v 11
MXAZE (VR JE 15 DU IR JE 5 SRR IS IIMXAZR (A A% 5 (DL TR fRITARA) FIMXAR (IR % .
[0206]  $545 , (A O IR BLAE S I VR R I 14 ok [ 2] 7 i) £ (19 500ng /mL Mx AR &L, il
PRI AE St MR 40 77 V2206 T30 45 A8 ot v IO A B IR 52, S A () 9k 8 SRS INMx A 2 1 %
it (BA R TRIFRB) FIMXA SR I o 4 5 SMx AR 1 TR (%) -

[0207]  MxAZE A I E (% ) = (B-A) /50100 (1)

[0208] Pt I, L2 85 [ 1) T H0aE e hmE  MxAZE (3 Y22 (%) REAZ 100 % , 24 1T
LA TR, HAER RN o

[0209] %Lk sijiafsi1

[0210] [ 7 H St 1+ [5 DA 2H A5 40 2 o 3 T 3t 7100 F ) 58 A R ) LA ARE A A R D41
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i3 55 S 8] 1 SR ALL R D T AT AR IR A

[0211] X bk St 4512
[0212]  jdck 5 St 45 1 AL g vEBEAT INAE [RNAGRES: , Hodb 0. 2% Nonidet P40/E Hysk
1[5 1IH A 2R S P 7
[0213]  #1
[0214]
- e MxA FHIEMCE (%)
FHEETEH) T _
(%) BEME L | PHAE 2] BIME 1 | MM 2 | BN 3 | CRBE
CHAPS 4.9 8.9 96.6 97.5 93.8 88.2 93.0
CHAPSO 5.0 763 92.1 100.0 91.4 R6.9 893
BIGCHAP 25 76.7 91.8 103.3 86.6 88.0 893
it 2-BIGCHAP 1.2 70.6 829 82.8 814 72.5 78.0
AN A TEEPE R
- 0 70.2 67.0 66.9 75.7 72.8 70.5
R HEsE R 1)
Nonidet P-40
_ 0.2 67.9 75.7 82.6 682 679 72.5
X sER 2)
[0215]  FR1E R, & F BT BRATAEYIET IMAIE I T MxASE A BB K, IX R IH L4

BTN T

[0216]  [sLjiatsl2]

(02171 XFVARE T1a1 L[5 ] BT ik 4. 9 % CHAPSH A it M B I ZH A4 R NN T Nonidet
P-40M REZHATAI  LL0% ,0.2% , 1% Fl1. 4% [ 5 ] ok [5 159 AR S A6 B 7 imoN
Nonidet P-40, il & W A0 (22 M) ,3.2,6.3,12.5,25,50,100F1200ng/mLIT) 7E LA
[ 2] il 75 FIMXA SR [ VA, S St 491 11 [ 6 1 Ik 7 v 0 W 6 2 (Abs ) o 45 R LR 2.
[0218] 32
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MxA [ I B Nonidet P-40 [ E (%)
(ng/mL) 0.0 0.2 1.0 1.4
0 0.022 0.022 0.022 0.022
3 0.038 0.041 0.055 0.060
02101 6 0.055 0.061 0.087 0.096
12 0.082 0.093 0.140 0.157
24 0.139 0.158 0.244 0.273
48 0.243 0.274 0.424 0.477
96 0.433 0.496 0.761 0.853
192 0.810 0.915 1.387 1.528

[0220] 257 HifENonidet P-40 B AT, IR ER 3N 51 1 S BE 3.
[0221]  [s2itil3]

[0222] i FHEDTA » 2NaRe L5 A\ 93 44 79 2 R A O Mx A SR £ B A8 0 = A4 i RS A R4
F) L7 R A% 5

(02231 4520 15 52 49 1 2 0L J v 0 FEVMXA S 1 TS 38, Ik 1 44749 96 CHAPSI £
B, 5 4.9% CHAPSAIL . 4% Nonidet P—40 R il FRE IR I it B R 1 28 SR LR 3

[0224] ﬁ;}
[0225]
MxA BT EBEWE (%)
R R - 4
FHE 3 PHPE 4 B4 | BHYES Bk 6 S
CHAPS 93.9 89.3 96.1 97.5 98.3 95.0
CHAPS+
90.1 83.8 96.1 100.5 104.2 94.9
Nonidet P-40

[0226] 3475, M ANonidet P-40RT , Uk Zaq e pk b

(02271  TobkszH M

[0228] AR EAFRAL T G y% U 52 25 ML 85 (1 FF P B R U ZE 2 1) T v, SLSEB T i 41 2
TR, RS AT IR RS

20



THMBW(EF)

[ i (S RIR) A ()
e (S IR) A (%)
S 3T H (B FIR) A (F)

FRI& B A

RHA

IPCH &

CPCH %S

REAGR)

L 5E

S EREESE

BEG®)

REEFHRT RENESMAZEOARRPNENASN G , HOEE

patsnap

RENEFNA DB E

CN105866401A NI (»&E)B 2016-08-17

CN201610190769.3 RiEH 2007-11-01

thAIEE S B RN it

thAIMEE R B R

At RN &t

JI RN
EMRE{

JI R
EHE{C

GO1N33/53 GO1N33/72

GO01N33/5306 GO1N33/68 GO1N33/721 CO7K16/18 Y10T436/25125

PUES
wmE

2006299498 2006-11-02 JP

Espacenet  SIPO

HEPES (pHS.0)  0.I'mollL
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