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L —Fh il o8 B4 R bR ) 72, BEE W T IR

(1) ¥tk , 19 200540 J5 IO G

(2) ¥ iR TEAL S5 B 5 45 S AT SR RN, 49 21 62 J& B AR

PR &) e AR QT AP BRI 7 5w 451

[ CHESHIERAN, R BRI E S

I CBEAEAS TR EZMESG TR S, IAT IR N, 152 EAE A 5 REE
AR EE SRR R

I H 48 B TS S T BB A, BT 86 N, 15 B TR % 54 .

2. WRABRBRNESK | Prk 077 3%, HRFEAE T Pk 2R (1) o, Jrd g A 7 e s

IR BRI KIS NalO, KSR S, IV, 13 BINEAL 1) 5

ik ZER (2) H, Jridleid Ak 5 B 5 45 G AT S Bk I NI 7 i A& an T AP BR
P iR 4 S0 TRk IR 2R S i T PRI IT IR TS AL S BB, [, 43 21 Bk 55 J@ B AR )

Pk BBR T, i EEAR 5 AR W D3R O IR AR T BRI /K, 7
o] LI A R £6, BT B AL ROV, 493 B TR AL ZE S50 5 B 35 8040 O IR 454
ALHE LA 0-5°C VRGN (8] 24 15min s Jriki BELIE N 0°C B 4°C s Ik 285 5] IR AN
TSR £h HEEECLE A 4mg & 2X107°mol & 1. 2X 10 *mol ;

Bk D8R 1T A, BT i A8 R s B IR A B 35 R 4°C -10°C 8 4°C, pHA{E A 8.5-9.0
8k 8. 5, K MR (8] & 4h—24h 8K 4h 5 BT 55 &40 10 2 6 500 55 B il 2tk B 1 I B0REEE R LA
10 © 15

FTid BRI, Brid 484 I N K ARG RN 25°C L pHAE A 7. 5 AT [R] 24 12h s fiF
RIS Pk e e B 1 BB R EE A 10 20,

3. MRARBUMEISK 1 802 rk 773, HRREAE T a2 (1) o, Prik g e 774,
PR i RIS R 25°C , [ W 1IN T 24 20min

ik BB (2) A, Frid b ik 5 e 5 BT ik 45 -5 ) AT 28 B0 S NI 5 v R, BITid Jse J3v
[RIELEE R 25°C , i [ S (RIS TR) A 2 /SIS JIT 3k Js Wi (%) PHAELA 8.0

Pk B8R (1) o, Bk iE A i 75, fE TR SN 5, G AN H & R4k R VR 28
BB 0] TR N AR 2 TP DN 2 B KSR 25 C Pk SOV 10min s Hidh 2 5 Nalo, [
BERLEEREE T 1

Pk B8R (2) A, Frid ¥ im A 5 i -5 il 45 5 0 AT A8 106 I R 9 5 VR 18 ATk
N5, RGN AP ER < n] BT IR SN AR R TR N NaBH,, 4 C it SOV 2 /it

4. MRABRBOREE K 1-3 PAE— PR I 732, R IEAE T iR @ 4 s Ik 245000
X EERHE O IV 1% s iRk o 4R 95 A A IS B A s & 3 BoE
HE A TR R B S AL Y .

5. FIRCRIE R 1-4 HE— Pk 77245 2 1 4@ B o

6. — P E BN, 24555 B L ST B AT s iR 4% A1) 5 )
Sk sk S B Y B B T S AR A A B B U S S

7. A TR IR PR S SR A B R S A B, AL RE R A R AR 5Kk 5
B¢ 6 TR B4 B AR s IR Rk SO P R B B BRI A S R Bn A i B
JE& 5 PR R i A JE AH ]
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8. MRPHACRIE R 7 BT ik i B S 2 A0 &, HRPIEAE -« Tl G e 2 330 & 0 4
B0 SR DR B AR R TR AR v R

BT ARt Ry EDTA 5 TR i & B &4

BT IR AR i A2 3 B R T iE 4 A3 20 -

(1) K54 29. 3mg EDTA V#1258 17K+, 877 pH £ 8. 0, 1HEIEW 1 5

(2) ¥ 13. bmg FEAs 14 J8 I n I I Eh s i T 5 8 oK, BB TR W T
o, B BERE RN 12 N, FRRTROE AR 6. 4mL, 193 EDTA 5 ikt EE B INESY

JIT i RV S T BT AR R 4 B IR S8 10ng/mL5ng/mL. 2. bng/mL. 1. 25ng/
mL.0. 625ng/mL.0. 31ng/mL.0. 156ng/mL.0. 078ng/mL 1 0. 039ng/mL ;

BT ik B 4% 2B A 0. 05M. pHI. 6 AR IR SR 22 M

| FHEEBB R BT VB o 8. 0g NaCl.0. 2g KH,PO,.2. 96g Na,HPO, « 12H,0.
Im1 Tween—20 ¥ T /K7, FHKAMNE 2 1L 5

FE AR R0 J7 VA BCH] F ImL i3 20 F1 1g BHSWS T 1L PBS Z2pbyl, 1931
FE SR 5

P IR PR S 4 B D B T4 a8 1 SR e B P R B 22 SR B A

9. YRR EL R 7 8K 8 AT (BRI S iR &, SLRREAE T iR ek B4 JE N 5 i
AP 2 8 BT SE R 5 A CGMCC No. 3987 [ A4 AS RS 41 ffd bk Cu-EDTAGA9 F=4E

10. £R¥E5 A CGMCC No. 3987 [KJZ4AZ R 41 fukk Cu—EDTA 6A9 7= A HHi 4 i B 11 5 se [
LA 5

R385 COMCC No. 3987 [ 24458 41 FU bk Cu—EDTA 6A9 ;

BORIEESK 6 BX 7 Pk & BB b 2w S A =S RN
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[0001] AR WIS Kb B B b ) S FER I

B=EA

[0002]  EE<pr e A BT B AR i R ) BB G Qe 5, W LGB e BEE S N IR AT
FORRTIEA & 5, P AR e ok ™ B 3 B2 A (A A KT A S e s e —,
(R R P TR 2 0 AR i AR B A E o 7K AR AR DR B 1 ¥ 8 54 FH U 0 Bk
[0003] A, =< e 4 14 0 M7 VA R B R OB T A LR B 5 B T IR RSOt /
R X= SRS LS H 70 Wik LARGE J LA R (K AR AR I iR 2 . (H
7 P LR T R U 25 1 7 2 B B R (3% Bk, 60 3 v, AR I, ANBE T T Bz PRI AS:
o A I HHEAA LG, EREMEC S e BRI E V5 (ELTSA) RA PR g {6 L SEI L 5 T AT
B ASE DN E o I A P ] R L SRR ey B MR B 38 S TR B HT A A T L RE KR
FE B ARSI RSeAS o FRATUF (I PT S B B A2 S ST ey RABURE IV B4 ELTSA Rr I T A AT 42 o

RZIAAE

[0004] A B —A B 23— & 5 & 8 B bR i 77

[0005] Ak BH B4R (1) ) 2 & BB AR I 7 i, R I N DR

[oooe] (1) Frliditb, 15 2WE LG G 5

[0007]  (2) B rihiEAL G IR S 4% BT AC I RN, 15 21 & @ BT

[0008]  FTIRZE G4 R i AL FE W AP BRI 75 1L S 44 11

[0009] [ HEEAFIEEMN, 12 EEALMESH ;

[oo10] 1T &4 EASIAEENME SRS, TATHRICR N, 15284k E A S5 PTiA
HAEAIEE S R

[oo11]  III.H <8 &1 WA S ik R BRI &, BT 85 SOV, 19 2 TR 48 59 o

[0012]  bIRAE—Jridilas 7 vk, Frd s Pag (1) &, IRl is A B 5 iE B E an oD IR
IR 5 NalO, KSR G, RN, 18 BITE AL I

[0013]  FRAT— il il & 77, rid DBk (2) b, iR s AL )5 B 5 4 A kAT A2
W S . IR 7 VA R BRI 2 5 WV TR SR 22 P, IO TR TS AL S R
N, #5330 T I E 4 SR AR

[0014]  LIRME—Rriddiles 7 kA, Frid bR 1, frid SR 7 i ERE W R PR A fr
REEA TS T BRI KR A, B 0] He b i NS A 2 26, 1E4T B AL S 8, 15 3 ATk S /AL i
B TR ERAL SV A F RS R R 0-5°C VREE A 8] 4 15min ; FTiRE AR IE N
0°CEK 4°C ;IR EE AT BRI AN ER 2R I ECEL N 4mg & 2X107°mol & 1.2X 10 'mol ;

[0015]  bIRAT— BTk il & 77 ik, ik DR 1 A, B ad (8 106 s B, 19 2 A A0 i 3R A
4°C -10°CE 4°C, pH{E K 8.5-9. 0 8% 8. 5, x BV B[R] 4 4h—-24h 5% 4h ; FTiR B E AL 2557
SPTiR AR M EBEEREE S 10 1 15
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[0016] L IAAT— BTk il 4 J7 vk, Brid DRI, AT ik 4% & SN I 4 156 B E N
25°CpH E N 7.5 FUBS TR R 12h s TR BB 5 Prid &8 & 7 I ERHEE R A 12 20,
[0017] AT — ATkl & ik, Frd b, (1) A, Bridis e i o7 i, Brids s v i
Hh 25°C, MV HIINFTELA 20min 5 (B 5 NalO, FIFEEHECEE A 10mg B @ 0. 02mol Nalo, ;)
[0018]  [IRAT— ATkl & 77k, Frid BBk (2) o, Fridfim 4k J5 e S5 ATl 4% & ik
AT AT B S N 7 270 S BT S B ORI A 25°C, JIT S SRR RRF ) Ay 2 /N, JIT i S R f PHAE.
8.0 5 ( TR G e 5 BT iR & S BRI R L 2 0 15) 5

[0019]  FIRAT— ATk il 77 vkH, Brds bR (1) o, BTl iG 4 i 75 vE A, 46 Bk e W Ji5
BFEUTT ) & Z B8 1 RN PR < 1) TR RN (AR R T I\ & Z BE /K, 25 CHERE
N 10min ; Hih & 5 NaTO, FOHCRHEEREL N 1 0 1

[0020]  FIRAT— ATk il 4% 77 v, BT bER (2) Y, BTl iE Ak 5 S S ATl 4% A ik
AT AT IR SN PR 7 920 s 78 BT S N I, ARG U R A5 B8 < v BT s B A & o\ NaBH,, 4°C
BEFER R 2 /i o

[0021]  FIRAT— Pkl & kb, Tk 4 8 N s BTid B A A R R 5 £ Y
LT PR R S  o 4 3E B ER A N IUE B 8T B S 8 d B ONE R s IR i A R
MR L SEAL Y o

[0022]  FTIRXFEIENTE 2 I 2B I A 8

[0023]
HOOC\\ jOOH
N

HOOC

HOOC

NH;
[0024]  H FIRAE—Frad il £ 77249 2 B B < @ b r ) 8 T A< & W ) OR3P L
[0025] AR EH 53 —A H B e i — R i & @l o
[0026] A% B A $ (it () 4 JE AR ), 2 45 S ) 5 Mg d L BT BRI A TR 5 ik 4%
E V) B B B T A B R B (R ) by B < A A B e T R
1245 o
[0027]  JiR&t &M, A7 B AR B R 300 82 Pk B A 1) B B S g
BRHT A R 2R Ry B [ R R 5 T IR IC A7 B T IR < e B T TR AR A B
A7 _E R EDTA JE R ; Pk 2% 540 Sl 0] LA 3 2 ik 25 S W) b 8 ik s B B s A
W15 BTk gL PR BRI AT ) o
[o028] by, PR EE e J@ A4 s Tk B A 0 o s 2 N AR 4 R M AR T ik Btk Br
AR ILE E A E A LE B8 E U0 S A s A A PTIREE BR L A
[0029] AU BRI 73— B R f it — i H T A IR s b 2 15 5 A B 6 R R S 22 1
&
[0030] A<z B v 4 Ak Ay TS0 004 ot o R 1 2 A < R K e P i) &, B R R A I
M _ERAE— ik BRI WA N SR I B B B Hi AR ik T 5 SR B
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[ 8 5 IR R e B AH A

[0031]  FOlAF— P adS I IER S 5 5 &, T Ok Bl B A 2 1l ) P B R R Ak 2 o R R
T AR R VRS T L

[0032]  BlRAF— PFrad B IR S 2 1A &, Bk b oA EDTA 5 TR i S 8 B &
v

[0033]  LIlFE— ik mgIk S iz iR &, BT A i 2 f B R s AR R

[0034] (1) #f 29. 3mg EDTA ¥ff T2 &+ K, P75 pH 22 8. 0, fF 2 1 5

[0035]  (2) 4 13. 5mg Fhs B4 8 I n] s It B il T 2 B /K, FR B i I 2 Frid
I A, BETIBERE O 12 /N0, BRI UE 25 42 6. 4mL, 19 31 BDTA 5 BTl f5 0 E 4 8 B S
v

[0036]  LIRAE— T iR I G e i ) & T, BT I Aot St S TR A A B < e B IR A
10ng/mL.5ng/mL.2. 5ng/mL.1. 25ng/mL.0. 625ng/mL.0. 31ng/mL.0. 156ng/mL.0. 078ng/mL
F10.039ng/mL ;

[0037]  FRAE— PR BRI A il &b, Frid Bk S8 il R 0. 05M. pHI. 6 [RIHK IR £h 52 it
i

[0038] il AT — i 3 g K S R iR R b, B L SRR IE BT 7 VAL < 8. 0g
NaC1.0. 2g KH,P0,.2. 96g Na,HPO, » 12H,0.1m1Tween—20 % T-7K 47, 3F /KA E 2 1L ;
[0039]  BIRAE— TR BEIR S e iR b, A A R VR . R AR D7 VAR 4 1mL iR 20
M 1g RS T 1L PBS Sev il , 43 BIFE SRV 5

[0040]  #F 1 F+ PBS 2% i NaCl. KH,PO,. Na,HPO, « 12H,0 FIZK 415, ;NaCl {EREER 3h 2% i
WP IR EE A 8. 0g/L, KH,PO, 7RG Th 2 iyl h KR FE A 0. 2g/L, Na,HPO, < 12H,0 7EBEIR £h
Ge M Th IR EE A 2. 96g/L, pHAEA 7. 5,

[0041]  BIRAE— TR BRI e e il M) &, Frid Pie i e (PR b Bl ko 2 g 1 A
SLEDLAEZ s E DA

[0042]  BRAF— ik B I G i il S s h, Pl A i 6 e A i s Il B A B < JE Bt
A2 HARTE 5 & CGMCC No. 3987 [ AAZ IR 41 fiufk Cu-EDTA 6A9 F=4:.,

[0043]  {xjEk 5 A CGMCC No. 3987 [RIZAT I 40 UMK Cu—EDTA 6A9 7™ A= [T 42 & 4 1 B s [
LR JE T A& IR E

[0044]  fR5K 'S 4 CGMCC No. 3987 F¥J AT 40 fu bk Cu—EDTA 6A9 )8 T- A< & B {537 Ji5
;

[0045]  bRAF— TR E & B B AL S P 2 G S A ES PN E T A K
LR P TabENEE I

[0046]  FRAT— Il i IE S0 5 R S ER DA b B S E RPN R T A
R BRG]

[0047]  FE/NGr 740 I B4 ELTSA R0 77 v , SEREEAR 0 16 il 26 — o @ i vd 4k b 4+
RSB G S HRP 7 E RS A R BURE &, LT EAE R 5 R EUITH
24 [T BEEAT DE TE IR R R o AR BH PR Sk B 7 V8 T 1 /N 48 vs A0 s B3 5 HRP AH
)R T, /M e SEih i iR G, il 3 A & 0 5 HRP &R, XA LAk
K Ml 38 S, HRP 7R AT 5 I A (1 I % 1 0 2K o
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[0048] AT WY BT S A3 1) i) 26 i) 25 5 Bl e 0 1) )26 77 3 0 B0, 65 J0 AT, IR 5 PR 453 2%
/o FHAR R BT 1 4 BOBERR ) BT 2 ST (0 ELTSA KI5 2 LA IR W i R BURE o« AR
#4185 ELTSA R0 A SR 0 1 75 320 HeAt B g Jes ELTSA A6r I HIBEFR P10 e 2 il % A
LSO, %IRRT 8 5 DR S SRl ke AT T el (0 B 5t

M (&35 AR
[o049] &I 1 g BS 1 EH £ ELTSA K90 FH BB AR 1) A Rl it 25
[0050] & 2 LA EDTA-Cu Ay bryfEdss i e 57 (B 25 1~ LB 7w 4 ELTSA vhbrifE k.

BAXHEA

[0051] T3 SE A9 H B A FH R S8 5 R A0 JCRE iR U BH 3590 5 B v

[0052] kR St BT FH AR R A WG RERR UG BH, 2T AR R A

[0053] R IEFE L VY 41 {1-(4—Aminobenzyl) -EDTA} W H A [G- AL 2401 58 B
(Dojindo Laboratories), = ft'g M029-10, £ %0 ZE (EDTA), 2FIfiE (85 1, BIE A
B AR TR 4 B A 0 T Sigma—Aldrich A% HAVEBRMIM A 165 ik
RFA T . BRI EAEE (HRP) W4 H Sigma-Aldrich 7], 7= 5 H 35 4 P6782,
[0054]  PITR XS54 £ il SRR E5 0

[0055]
HOOC COOH
HOOC N
N
HOOC F
Sy |
NH,

[00561  SEJfis] 1 ASINAE dts e 15 5 A B < e A K )

[0057]  — A4k

[0058]  (— ) A< B & i 2H ik

[0059] 1. f 4% J - HU Al A5 vu B B4, Tk B AR5 CGMCC No. 3987 ) 4% A2 J& 41 i Ak
Cu-EDTA 6A9 73 WA 15 B [F HPT

[0060]  2.WARA) WA 8 4, S 2% 5 ) BN I S AL W A o L0 B T I AT R
BTk 4 5 AT FE 558 £ DU 418 5 BSA Ml i I BEE B I i 5 E4 R
) 3 Tk P B R T I 25 S ) o

[0061] 3. E0B%ZE P 0. 05M. pHI. 6 [T IR Eh 22

[0062] 4. PE¥E VR : BF | FF YRGB W R 5 vE S - FF 8. 0g NaCl.0. 2g KH,PO,.
2. 96gNa,HPO, * 12H,0. ImLTween—20 ¥ T 7Kk, 3 FHAKHME R 1L,

[0063] 5 AFSEARRER AT S ARRE VR HL IR QR VAR 4 1l IR 20 R Lg IR T 1L
PBS S, 15 2IFE AR B 5

[0064]  %F 1 F} PBS ZE¥& 1 NaCl . KH,PO,. Na,HPO, * 12H,0 Fl7KZH % ;NaCl 7ERERR ik 2%
W IR 8. 0g/L, KILPO, 7EBEIR Eh 82 il th IR 2R 0. 2¢/L, NayHPO, « 12H,0 7R IR 21
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Ge M P IR EE A 2. 96g/L, pHAE A 7.5 5

[0065] 6 bR < FRdE A EDTA-Cu 2259

[0066]1 A% ¥ M ¥ W P Cu BS F ¥k B 43 W) A 10ng/mL.5ng/mL.2. 5ng/mL. 1. 25ng/mL.
0. 625ng/mL.0. 31ng/mL.0. 156ng/mL.0. 078ng/mL F1 0. 039ng/mL.

[0067] 7 JRMLRITIR ¥4 20. Omg ZB2K —fi% (OPD) % T 10. OmL Frix FR & — WG Eh oo
W AR E A 4 n LARER G 43 & 88 30 % 1) H,0, KIS 2

[0068]  FTAEIREL — WEIR Eh 2% (R - HATHIE IR =8N Na,HPO, FIZK 4L s #7485 IR — AN IEATHE
T £ — W IR b 22 P P UK B 0. 01M, Na,HPO, 75K B 1R £ — Wi 8 b 22 h i vp (19 K
0. 03M sFT IR £k — BEIR Eh S iy ) pHAE A 5.5 5

[0069] 8. Z% -G 2. OM (1A B 7K VA ¥R o

[0070] O FPHE ¥R THE mARORE TR  I 3% I A= W)

[0071]  — RFIEHIH) %

[0072]  (—) BEArEE &4 iyl CE 1 - M2t R g o - 4 s B &
4 —HRP)

[0073] &AL W 1 s

[0074] 1. - A& IEFIEL LY 41 - 4 MiE A A (Cu- X225 75 EDTA-BSA) 1)
il 2%

[0075] (1) EE&A A& IEFIHE L VY 418 (Aminobenzyl-EDTA) 4mg, ¥ f# T 2ml 1M [H]
HCL 7KW, AR B 1 57E O CREGAAME T, VR 1 i im 60ul 2M [#) NaNo, 7K %L, 4
FEJ N 15min, 15 3] 52 A BN R LT 4 D LR R M WL o 12 R N AR 22 P R
FE L HE VY 288 HCL FT NaNo, [IRCRHECEE 4 4mg @ 2X107°mol & 1. 2X 10 'mol ;

[0076]  FEEALIIN R EE TR L I SRt XX T Frow

[0077]
HOOC ~ COOH
HOOC N
N
HO OC
N gt
(X D

[0078]  (2) fBEL F DR 1 132K EEAL IR FEFTEE L VY LR R TE VS WAE 10min
PN 4l 54 67. 5mg  BSA AIER Eh 22 rhi (0. 05M, PHI. 6) v, 75 pH{E 3 8. 5,4°C
WECTEHE RN 4 /NI 15 3 RNV =i, o S AR AT R 2 T 4R 5 BSA i@ i 3t
W BB AR IR o 122 SN AR 22 P TR R I 2 N3 4 Y 1R 5 ik 8 ik
L BSA FIRLELEEREE N 10 ¢ 1o

[0079]  XRIETFIEZ HEIY 4R S BSA BB g5 a0l 1T ros.

8
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[0080]
HOOC~h\ C OOH
HoOC M
M
HOOC =
|
Na—BGSA
(X 1D

[0081]  (3) &4 4 DUR (2) 1330 SN W)U IM 1) HOL F pH AE 153 7. 5, 285
] FE AR B0 40ul 0. M SR K, =3l (25°C ) e it (12h) , 15 2 s N P= vl
HEAMNAREFTE L M 485 BSA [R5 80 B8 710 1k Bl A 588 2 540 - 1
R 5 BTl i B B BEOR EE R 1 20 5 (BEGR1 5 BSA BIE/REE A 10 ¢ L, T4 B+ 5
GRICBRE RN Z R 2 0 1, BT CUEEY) S5 T4 & F B R L 10 20) .

[0082] X EFEWIE L U R 5 BSA AR 5 80 B 1T 1 1 4% 4 4 1) 45 7 2 =X
IIHT7R

[0083]

o
Oo‘wc

0 {{ \ \
o{(ﬁ \, i,
{

CH—CH,

(R IID.

N,—BSA

[0084]  (4) & KR (3) 19BN SN WES AL PBS ¥ (pHT7. ) HIZE T 584, 31k
TR 5 BT 40 CURAFAE H o JEMT IR AR T 25 BR AR B G (R 15 1 BOR S N IR HoAt AN 53 16

[0085] 2\ XEFETTIE L %V 41 5 BSA BB 5 40 B T X B 4% 54 55 HRP (1922 Bk
[0086]  (1)HRP f1iEAL 44 10mg HRP ¥ T ImL 7K, O 0. 2mL 100mM NalO, ZK¥¥, 25°C
Pt SN 20min, #4453 B RVEBOLIEIR [ HRP 55 NaTO, FIBCEHECEE 4 10mgHRP & 0. 02mol
NalO, ;i BRIK B K2 A0 HRP B ZE bR 48 2 FRA S A e iis R 2, A2 i e 5 2 5 )
& BSA RIS LS A, T IR T RS BUR S S I SN i A B v 1
PN

[0087]  (2) [ TRV T A 20 w L IM 1) & —FEKH L 25 CPHidE ). 10min, )2
N RCE TN 48 5 PHT. 5 [#) PBS fszF' 4°CIENT 4 /Mo A BN BOCAEE R T 5
45 Nalo, IFCRHEEREE R 1 0 1o NN SR B 2 5 21 Nalo, Y, 48

9
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11 NaT0, %4k s A I 2 B ORI 81 5250 1T

[0088]  (3) ¥ Tmg RIMFT /RS (LLBSA ) W T ImL PHAEN 9.5 HIBRER £h 22 vl
o, BN T IR TT, Y715 PHAE 2 8. 0, 25°C M. 2 /NI, 4458 B [ O VE S R TTT sHRP
HEEWMEEERES 2 1 1,

[0089]  (4) [y i IITA NAN 0. ImL ¥ SEA 0. IM 1) NaBH, 7K, 4 CHHE RNV 2 /)
I 5 B A A B A R A A A AR AN E (RIS S 2 R TE ) € = N XUBE. (C= N &L
BEERE S 4 AV h ) BSA 2 IR) A ZE R EE )

[0090]  (5) LR (4) MIRMNHE T PBS BN ose 4, 13RI A5 HRP BB, (B¢
WA WLV

[0091]  FriRZ%-54)5 HRP JE R A B L 45 M fal R an X IV s

[0092]
N(CH,COOH),
HRP—Protein— N= N(CH,CO OH), C(IV)

[0093]  Hrp, PR IEFIE L DU LR BSA 8] LM Bl e AR SR I £ D R T
(P28 I 5 BSA E IRy BEFE AT B , Pk Be A7 B2 4 125 1 S AT s 3 R IR Y & 1R
I SRV SRR B s TR 4% G ) B ) SR R TR 4 A BSA B s AL A
55 HRP b [PPSR IE A T T o

[0094] (=) BLHE R U A 5e BEBUIAR R il %%

[0095] i B+ FR rL R HLAA A LA — X2 R & g VY 418 - BIE 8 oA S0 J Ao g
/N SR 2R 4l B Rk L 03 v B R K il 2 S B R Sl D IR B

[0096] i - X &L TFIE L MDY LR - S0E O S A8 77 5 (— ) H Cu- X
FAERAE EDTA-BSA Wil & 5 iEAR R ASF R AT SR A A 5E A& .

[0097] Ry

[0098] (1) HY 8-10 J&#& 1 Bal b/C/INARAE AL .

[0099]  (2) ZEAliFRE 4 — X255 R EDTA-OVA 582 di It (Img/mL) , &8 L i E 25 1L 8
Ja N SEARFR IS 1G58 e 7], G g it 8 e 3LAL, B3I A KA B, HFLLLE
[ 5e aBUIE R I S 3 R 2SS Bal b/C /N, FESTFIEA 0. Img HUR / Ho
[0100]  (3) hnam by FEalfsE 2 5, B Il R FRRE I 4 - X & 575 2k EDTA-0VA
PUSEH AR 5 N ImL 35 AN 5E A0, B ) B ks 78 o0 b L AL, BRI A KA
o I IF DR R IR S #0522 s 5 Bal b/C /R, B /N BRI SR 5012 A
0. Img,

[0101]  Jnss e B BERG 10 RAE—IR, IS =I5 R TR, BHR BRI IE 50 6-7 K, b
FRUAR I S 110, 9052 BOARAEMY, £ R R T 1 2 8000 JiF , b 48 I 2504 R340 ) 2R AL A (14 /) Lk
AT 40 MRl 2 05 2 50 e BEPUAAR . A7 PR TR VL 75 4 20 W 0. v I P AR I 4% A0 8 40 PR 5 SR B ) 82
TE 4 ELTSA T 00 73 WABT AR5 v P B e o 40 LR o

[0102] 40 Jfd @l & F1 o B AL B 5 9% Balb/c /ANRBRZIME, % 9 © 1(HERLL) S
SP2/0 ‘5 Hi& 84 4N M Fi 5 » 5 12615 B A2 0 23 VAP 1) B0 B I O AR P B T o A 988 4 LR o 5 0
Y Makken 4 Cu-EDTA 6A9, ZANMuAk C 1 2010 4F 7 H 9 H LRk T+ 5 AE ) i P AR el
PR o T AR oy (TETRR CGMCC, Mk Jb i sABH X JL )R P % 1 5 B¢ 3 5, Fh R
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R AT, MBS 100101) , {555 4 CGMCC No. 3987,

[0103]  [A)4 554 ELISA 5B F -

[0104] 4% : £F 96 L& b5 A P &R FL A 100mL 25 B8 1 i 4% 15 B 1) Cu— K 2 FE7F 5
EDTA-BSA ¥, 37°C AL 3 /NI, FISRIERDEG: 4 Ko

[0105]  HFPA B 150 w L/ fL, 48 37°C¥ & 1 Lh, FEEHW, YEE 3 K.

[0106]  F54+ FFLAFFLIN 50 w L A% S0 B, kI FL AR FL NN 50 w 1EDTA-Cu &) brife
ST A WA 96 FLAH M ZEAR TP ECH 100 1 L 35 FR 4 W TR FRAR Z ALFI 3 EI AL i
50 1 L, B & 37 CA4AF F 30min, YEAR 4 K.

[0107]  JnEEAs —Pi K EH0 B R — 51 (0. Img/mL) #%E 1000 i, BEFLIN 100w L, EVR &
W37 C4AE N 30min, PEMK 4 K.

[o108] W% :H{ 20mgOPD ¥ T+ 1OmL JEEIAEI T, N 4 1 L 30% H,0,, ¥ AV B A\ B
Bk, B 4L 100 1 Lo WG S5 15min.

[0109]  #&ib AFFLINA 50 u L £ 113, FHBEAR 1 490nm b w2 #FLIr) 0D H .

[0110] A ikIE U ZEFL OD A 1 ISR VS W B A 5

[o111] B FCREHUARR s S 4t -

[0112] MG IEFEVE DG 29AC RISl CGMCC No. 3987 ‘B T4l fuss 753k h, 78 3T C&4F T T
TR R FEAR P AT R R, AR IR — WURIRR R TR AT B A 1 SRR AT i, 15 B B
BEPLR, —20°CIRAF

[0113]  Jiri 48 B 15 77 55 by 1) DMEM 35 35 2 7 i I /s 2 10035 Rk 8 S0, A3 /> 2 1M 375 76 40
Muds TR R LIRE N 20% (JAEB T & &), (TR E M R AP &R E N
0.2% (JREANGE) FTRA MR F=ER pH A 7. 4.

[0114] (=) FRUES LU A& 20 -

[0115] (1) FREX 29. 3mg EDTA, %8434 T 10mL £ 577K, A IM NaOH i75 pH £ 8. 0,
(GEIMS

[o116]  (2) FREX 13. 5mg CuCl,, ¥fi# TR B F/K A, FFER AR LA (1) Bl HIw
VT TP PR RN 12 /NI, PR TE AR R 6. AL, 13 BN G WIS, Horh 5 EDTA
5 Cu E A (EDTA-Cu) , EDTA-Cu fEF B KA 2. 11mg/mL, &b Cu B F7E#
BTGP R E A 1ng/mL

[0117]  (3) HFEMMRE LR PR (2) MBS = WH IR E S Cu B FIRE N
2000ngCu &5 /mL [¥] EDTA-Cu Z-&- bRt S Wi o

[o118]  SEJEf] 257 & i v H

[0119] % B iRl 45 1) EDTA-Cu ZE-5 W bs Ak it 5 V30 FH A ot B R 23 3l R R At A [RT 1)
Cu & 7 ¥ & :10ng/mL.5ng/mL.2. 5ng/mL.1. 25ng/mL.0. 625ng/mL.0. 31ng/mL.0. 156ng/
mL+0. 078ng/mL i1 0. 039ng/mL .

[0120] (1) PUARMIEHE A Img/mL FIERPTIZIL 1 0 2000 BB 5 NN BB AR IR+, BEFL
100w L, 37°CHLE 3 /N 158 22 BgbrAR 0, SR BBPERR 4 K, BT 5

[0121]  (2) fEB88 (1) MIBEARAR 2 BN _EIR AN [FUK BE 1 EDTA-Cu 85 hnitE s il
(AL 4L 50 1 L, % B AL A AR I EDTA-Cu B bR v S g v N 50 w LR FL i i
s
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[0122]  (3) 23Sl 1) bR SEES FLAA AL P AN 0. 5 1 g/mL FIEGARY), L 50 1 L 537 CiiL
B 30min ;{FF R T VAR FH YRR RVERR 4 7 BT

[0123]  (4) [y SEEeFLAIRT R FL P4 BN 100 v L EEE i, S35 ) W 15min )i, B 7 4
FLARIIN 50 1 L 2. OM [RIR% RV ¥ 26 11 S B

[0124]  (5) 7F 492nm Tl WOGAE ;

[0125]  (6) ZxHilbnifi 4k : AANFERKFE (ng/mL) [ EDTA-Cu -5 WbRit i SR A X i,
DI S FEAE T ECAEL (B/B, X 100% , Hor, B Ay EDTA-Cu ZE G ARt i S VBV 1 RO FEAE,
B, AT HRALIF IO A ) AE Y h, s H Origin7. O Zxifilbni th 22

[0126]  SEE i 3 RE S, U= IR 45 R~ XIME, /3 2 b A th & Bl 2 fros. 45
R, WRBE (1C,) Z14 1. 02ng/mL, AT IEH 2 0. 1-Tng/mL ( LA 10% —90 % % 11
5o

[0127]  XTHREGFRA A A2 FE AL —EDTA 5 HRP M0 i LM B8 s B e S5 4 B 1 355 T/
F LB o F BRI [FRE B 5 ARSI RSP R A I8R5 3L s it BB PR A2 7F ELTSA
S FEARAN BB R IR S5, DL T ok b S ELTSA A 5 R AR Y [, 63 HRP
Al T AE AR R N R R B R AR K
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