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L — i BRI S S I o B9 R ) 89 A e e S ik AL, HRF AR AE T, B L on s A
YbRic 1 T By B 5 [ S04 S T 2L A0 DA 5 PR E [ T B0 R o [ T AR 2R B 5
AN RS HE i o

2. MRHEBURIEESR 1 Frid i 0 RH % 6 S e iR AL, R EAE T, W R e R B S 9 Bu ™ 2

“W) e
3. MR BUR) SR 2 BT iR 1 ¥ A o e S g Wl R, HARRE/E T, W Lo R B AN
BHHCT-Eu® 8%, BHHBCB-Eu ',

4 MRIEBREL SR 1 BTk 3 2 6 0 0 BRI, HRrIE/E T, Bk iE 204 R e & 4)
N Alexa RIVITLLANRIEALA ) DyLight RIIITLLAMNR AL YA CF RFIITLLAM R ik
e/l R R

5. FRIEBURIEEK 4 Frid 3540 2 6 ey ol GRAH , HARAEAE T, Frid i 204 5t &4
Alexa647. DyLight-DY647 Fil CF647 Fr(f)Zb—Fi,

6. MRAE BRI EIR 1 Bk (9 38 A % O G0 9% R A, LR AR AE T, ik 2R 510K 1 i
BN DA AR A e EH AR A 6 R Y R T 0 O T 1 170 i, P IR RS 9 AR BV 0. 1-0. 8wt %
PEG2000+ 1-5wt % BSA.0. 01-0. 5wt % F [ & 171 ] HEPES Z2 3K

7. — BAUR EE3R 1-6 AT 5 — T3 ek () 359 FH 28 6 S0 02 1) 2L 1) ) 46 7 7%, HOARRIEAE
T AL PR .

1) ¥R RE SIS IC BB R v BE AR i i) 2%

BX 0. 5-5mg/m1 1 H ik B4 IR BR ol B 044 VA 98, NN 0. 05-0. 5mo1/L 1) NaHCO ¥ ¥ 5 »
i pH 2 8. 5-10, ¥ 1 10-100 v g/ml BCAKAL & Y0V B, B FF I ML 0. 6-2h, 73 55 453 2| i A&
A ) B i 0 BN IR B S BE BUAA, In N 2K FE N 0. 05-0. 5wt % ) BSA F1 0. 01-1wt %
() NaN,, 1l pH %= 5. 5-6. 5, % & 43 #F 81, NN Bu® 7 ¥ Be AR AL 5 9 5 Bu >'%F BE /R IK
B, RIS, A, B i B0 AR B v B B0 A4 VA 9 NaHCO, 7 VAN e AR AL A 40 V5 VR AR B EE
0.1-1 : 1 : 0.01-0.05;

2) ML LLAN R ICAA PR TE T A A B v B o AA i il 2%

FEHU AN IR 55 FE TR 0. 05-0. Bmol /L () NaHCO V& VR A% BE 42 0. 5-5mg/ml, AT LL
GNP BTSRRI B 5], FIRIEE 0. 5-2h, 23 B3 BT 40498 etk A VbRic i Uik sl ik
g R

3) F B P I i B R A o O )

Y3 ok JEA FH AR YR ot s B VA B P 1 o R DI ., BPAS,

Horp, 1) .2) A1 3) B AT DA = R

8. RIEAURIELR 7 Frid | & 7718, JASAEAE T, PUREN IR B v B SR/ T AR L &
MR N Z BT, e AT E AR 2
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— MR R TE B0 A SR AR B9 P R S it P B R HL Il 2
&

ARG
[0001] A< WY T BR 2 A6 B A0s, AR L — A bRad e S Aer I B9k 3 S50 A 2 Dl 4 2 ik
7 e He bl % T 1%

EEEAR

[0002]  fi%Nik (Brain natriuretic peptide,BNP) &M 32 DNE LR IEL N HI £ Ik, B
A NPS FIFEAERE, BIS T /17 ANE RIS P R R i ik 22 1) 0 T e 2 M e F 3R
AREEH o NS BNP FERIAT T Y fadk 1p36. 2. BNP 46 s I U HEAZ I (cDNA) HH 1900 MZ &
BR3P EFM 2 AN ETF . /E BNP cDNA 1) 37 v dERI R X A — B TATTAT &
R, XAAFEE I EE 25 5 3BNP mRNA #3575 11 57, BNP & Bl 704 5 48 A& 0 . BNP mRNA
KIS 134 BRI TCIEPE BNP BT A& (Pre—proBNP) , 2% J: fr— 1> 26 LR
155 MK, A 108 LR 1) BNP HifA& (proBNP) JER b 40 M . 750 ULAIML A, proBNP
R A TETE 3K 32— & AEFR 3. 5-kDa BNP S EiE Itk 76— LMK (amino-N-terminal
proBNP, NT-proBNP) . BNP == BL7E i il A B, HL AR 9022 HHZ0 N 20min.

[0003]  JTAE KX F13EE (HF) WPOmEEAREA T EENE T, RiiairKrE TEK
(R4 1 AT HE 2 W S 7 S v G 7 6 = A3 2 & WL FE A . BNP PR A B8 22 (1) g 3
AR B A 5, RO S S B R ML AR ), T O 1 2B 2 W e 4 2 9648 SR T
LHE UG . HE I, O E 7S & 5 G BUE 3 e 38 n , O JULSZ 3 A2 7k B30 B2 T 380K, 3 1 A
BNP & FE 3G &1, O] Ph 2 W HE o F 9825 AR BH , 0 73290 £ (1) BNP 7K1 B 35 T i 1
Pgw HR 3, BNP 2 WO 17 RSB U ME 93 %, B R E N 90% . IR, BNP /E N — & Fa b
78 1P BT VP4l A G B o0 J2 P EL A BB, BNP 7P i A0 I PR B8 T B RN B ) il
ST AERE R E, BNP & F 1 10pg/ml, O IR A0 Lo Bt 1S n 4% 835 BNP ZKF &1, W) HF Fils
%o HUIZET BNP > 480pg/ml 199 A, 7 6 /N H PR HF FRABEBAE T 1R A2 mIA 42%
1M BNP << 230pg/ml {5 FE Bl R AERMN 2% .

[0004]  ZMETENKEEAAE (ACS) 8 W AR . T4 HuE  HER 12 W DL R TS YEAS R T 15
Sl R A RIS T VAT R e S . R R, 48 SO UUESE (AMD) J& 1 /Nt
M2 BNP 7KFF+ 2 IEH BT 60 fif. AMI 5 2K BNP ¥R it 28 5 S AH ALSCH P AP =X, SR AH
2R AT AMT AR S5 16 /N A AR BIWEAE s KO 2R MUI7E 58 4-7 RIS A milg . /NETAR
AMT £ BNP £ 2 ¥ AH Bh28 RTRE AMT £ HF IR RS L2 Bur 8235 BNP 2 I B 9 &
XUAHET 2R sAML J5 1 ~ 7 K BNP FF&aHt e s A KA RN K faka .

[0005]  E W, RRPOAERE R (ESC) T 2001 4P BNP ZIN “.0 J7 35 v S W iRy THa /7,
2 [ Il R AR F B (NACB) £E 2004 4F44 BNP FI N “ O UbREM R s 7. AR L6 =
K B 9O 5% 58 S5 AL 2% R S BRI S 2 R 2256 22 P G S8 n Wl 77 7, 1K 8 A 2 2
J7 1Y DL I PR S 3e | ARUEZR 514> (NCCLS) $8 8 KR, 70 [ 22 v 58 KCE M B A #5047
fR—BPE . i & ) S8 RO B SO % 8 EEAS IISE R 98, 40 AT RS

3
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[0006] il BNP () 3= S5V [ AH JBUR G0% 73 B (TRMA) V25 RAEREAIRr e 1t &, BANR
AL IR, EUl % (BTA) EESE ] (BB AE TR 5 ~ 36 /i, AEH T 2 B 3751 &
Gr. FEHERE (Abbott) 2 w]HEH HIORL B )i META) F1Z K (Roche) AW HLALS:
KoLK (ECL) WG, # e £ B i1 IR I i 4% o

[0007] AR IE L (homogeneous fluoroimmunoassay, HFIA) A& 7E ][] 4 #E2¢ O't He
Y& KT (time—resolued fluoroimmunoassay, TRETA) $35 A B FEmE F T2 B — P B2 06 %
JEDHTEIAR . TREIA AR BRI e S R Rl e A, XA 2R TR
i (Bu) &5 (Th) SR NG RL, REEIER &, o VAT, IRIE 25 1 P ARAF = 4F , DRI B
N A BT RIE S TR

[0008] 357 AH % e G 38 A I V5 & L A) — 0 DR 00 T AN B4k 40 B bR A Bu® R 5% ot 4% k)
Alexab47. Eu” FRiCHUARTEIF E RS RS, 52 2 340nm Ye £k ¥k, ROk 33K 4 615nm
PG, MAETUR BUEE G, RAEREE LIS, WK R ICTRL Alexab47 & 5T H 665nm
Pt AricPulk B SRR SO AT IR B RO, I SRR TR BGhUE . IuiR B A, WA
665nm tH AR R OGIE T o IXMITIEE A T BRI %02 I B B AR SR it /R 2 5%, T
e REIRIB AR, BN J1. FFH., VA A N g S T 1 2 A R E R 2= A PR R
AN RR R I, Fow PR 8 A M A AT, R O Sk S WA A O 1 5 = BB, Bu R
Alexab47 iX X5 A it 1 e K R SO Z [RIAHZE 3R, R A TR ST RN I A IS 21
ERLAEEAC. A MLIE S AR R ) 5™ A 1 300 ~ 500nm ¢t , A FEIEUR Alexab47 K 5T
ROGIE T 650nm Wk I, BRIILARRE J 1 e AR AR

[0009] AR BHR HH 38 AH 5 't e )% PRosi A I EE A, B 28 56 1 v R BURR A, [RIARE 38 . 1
AR 45 B3 ¢ ot BNP 3K A 12 iR 4R AP R RS R 41 4 25 M5 AR B FL B AN 357 — R i xof e 0 7 5
MEGMERA RN T 35AH 50 S A T o A i 5 SO hR i A 4 BE# A8 VA 4
T2, R 78 43 DR] I AT DR P8 47 s W) 2= A P R 2 P ), [ B S B AE YRR 36 ATt 38 n
TR RS W R TR B B RN R, 0 E A R AR IR AT R, R TR
25 IR 2 PRI AE A 52, PTG A2 I PR 12 W RS A I P 23K

b S

[0010] AR EAM B 7T v IRBLA BNP AS I H AR A & , $RAE— Fh s 2 EA45 0 BNP 1)
IR 6 A . AR IR B AR AR 2 b S % 2 ARG s FH BNP Bt S B4k R Gukr i, BT
AL, WA T Z R, B AR R W ER AL I U BNP 7K, HoA ] o, PRk, R o
5 S P AR o, AT R S S W v (R R AR &, I B bh iy, 33 T i PR DR )
[0011]  ZARJRBH B8 —ANJ7 TH] A& $R A — bRkt s S 0 Aok M JOR 1 389 A 28 ot e iR 20, B
FEFE LU R E S YARIC R BUR AL B s R SUA (anti-BNP) IELLAMR AL A PRRIE 4G
BN B v B P A RN 2R 51 1) B B AR 7

[0012]  fRi%Hh, B L mRE AN EC B A

[0013]  BEfRMEHh, T n H B AW A BHHCT-Eu™ 8E 1, 2- — (17,17,17,27, 27,37, 3"- &
M -47,67- O i —67- 3 - XN ) —4- EREEEREIE S5 (1) MRS (BHHBCB-Eu™) .
[0014]  fLeth, FrkiR L0 A5 AL &Y Alexa RFIELL AN OGALEY) DyLight RFT
LLANEAL B IR CF RINUT LA R et SR i 2 /b —Ff
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[0015]  EEALVEHE, PRI 40405 Ak &) Alexa647 . DyLight-DY647 H1 CF647 H (K] & /b—
P

[0016]  flLiztth, AITid 2R B3 1 oG 60 F A vHE ot E AR 74 it 760 T AR T o M O TR A1 17 ke
T 3R RS HE 5B BN A 0. 1-0. 8wt % PEG2000. 1-5wt % BSA.0. 01-0. 5wt % & [ i P 71 )
HEPES #£ 22

[0017] P AABRREAE ] SRR 2% 26

[0018] AR BH I EE AN 77 T A e A R BH &5 — AN J77 T P 3 1) 259 4 25 N 988 77 4 14
I BRI BB

[0019] 1) #EIuRE A VbR RPN IR 5 e B TR R i 4%

[0020]  HX 0. 5-5mg/ml 440 i B4 ik BR 5e B A4 VA ¥, I 0. 05-0. 5mol/L ) NaHCO, i
J&i» P8 pH & 8. 5-10, i /N 10-100 v g/ml FCAKRAL AWV W, 6+ [ B 0. 6-2h, 2 515 2 id
AL A W b0 R0 A R B TR B, TINON 289K 2 0. 05-0. 5wt % [ BSA FIT 0. 01-1wt %
f¥) NaN,, ¥ pH & 5. 5-6. 5, % 3% 43 7 8, NN Bu® 3 W, AR AL & 9 55 Bu % BE Rk
FE, BI A3, o, 0 06 B Bk B0 70 [ A4 1A VL. NaHCO, 7% ViR AN R AR AL & 10 V8 MBI AR B EL Ay
0.1-1 : 1 : 0.01-0.05;

[0021]  2) MTLLAMRSGAL A IDAR 1 BT INAAIK B T B A 1 il 4%

[0022] B ik B 5 B P44 A 0. 05-0. Bmol /L i) NaHCO,7E W #5842 0. 5-5mg/m1, I
LT AR TSR, P ), BRI S 0. 5-2h, 4 B3 B L0405 ek SR iC Bk
IR B v FE LA

[0023]  3) ZRFUUE 1B AR o ot P i 46

[0024] 45 i BN o FH AR A et R B VAR R TG 1 B R B 5 BRAS,

[0025]  JLAR, 1).2) FH 3) BN AT DA S EfR .

[0026] LA, H £ o0 R EEA WIARIC PO AN IR B SE R B AR F T % o Ak, AR IC %6
BB BT , 2-8°C - R AF .

[0027] oA, YT 2L A0 Ak A bR (AT A R SR v B e A4 FH 10l 1 Sk 2= P VLR B, 2-6°C
RAF-

[0028]  Horf, MAMBRATHE S 2-6 CIR1T .

[0029]  fLadetth, Fo Mk B v B BUARTE T ICAR AL S 0 R B Z BT, Je AT BT b 2

[0030]  fikit, 2B0% 1) PECALL 5474 BHHCT B¢ BHHBCB.

[0031]  fRi&H, DI 1) F o B8 BRI A FR1E I anti-BNP it B0 Z 4T 773K
AT . FEENTRH SephadexG-50 £, 0. 01-0. Imol/L NH,HCO, (pH8. 0) ¥&/it .

[0032]  fiLikth, DR 2) H, AR BT LA R FEAL SR IE R ant i -BNP @i AF E 77
AT

[0033]  HE-— bk, B4R 2) T, HEHTR A 625 BT .

[0034]  flLiktth, 09% 2) 1, ERFER, B 10-20min R —K.

[0035] AR B A2 6 G BRI AR < S s £ =B A AR IE T anti-BNP ¥
IR BAL A, NN IR ZL A3 S A PR IC 1 anti-BNP ¥, & a4 3N BNP A% i
e AR PRASE JUAE (5 37 CRBE 20 4380 i » FHSBIRH 2 ' S 03 40 B SRS WU A 15 25

[0036] A B AR (1) BRI s S N i B IO 10 390 28 Ol B3 ) AL, JHE e 8 D 3 DR XCH A

5
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H BRI G el o R i 2 B A R TT R (0 Eu™) RIS G AR I Ui
FEVBAR IS 5T o2 T 78 o0 VR A 50, AE I RE PP AR & o ) BNP BRBE & —PEHL S5 7 oo s brid
[0 BNP 544 7870 45 &, HRE-5 5 AR 1T 4 BNP JUAK 78 73 S B, T BR Wi 75 3R —ant i-BNP—
BNP—anti-BNP- 2 Je b G407 Sl KA, 2 e 5l HI & I s e e i e &
D52, DOCHRSE S FE P BNP R E R EE

[0037] AR WI]E EAL I AAALPY BNP /K, HSARER, e E ey o bRk . R g, HoRr 5k
07, R EEE T A6 S B A A, TR ] T3z BT - 2 BT i 363 B, T e
JRETT AU, A 45 2 B A Be S 22 ) O Jie, 6 T NG L/ S5 AP A A PR 7 A A0 g B ) B
o

Bff =135 BA

[0038] P& 1 AR & B I — sk i ) 1 R EE B, A, 1 cEu3+ AR i anti-BNP,
2 :Alexab47 #7 it anti-BNP, 3 : B #E i B 7 WUl £ 4 71 BNP, 4 :Eu3+-anti-BNP—BNP—
anti—-BNP-Alexa647 %= E 5 ;

[0039]  &] 2 4 BNP ¥R JZ (AR e 2%

[0040] %] 3 9 BNP AHIC 4 #r i 2k .

BRSHES

[0041] NS HEET K, 45 & BAR K SEE 0 A< & B EGE— 2D B9 Ut B, DASE st 3B g AR
o Hoi, MR A P TR EUE Y PR S B E T A IR .

[0042]  SEREH] 1

[0043]  1.HRiCH] anti-BNP HHES -

[0044] 3% F i (1) 25 (R T RE R K I B B A B v PR A& o Bu® Ao i FH LT B0 AR B 3 B 40
ARTE 45 N OB s % a R bric FH HUmI BN K 5 ve R BUAATR A g 58 24C5 AT 26E2,

[0045] 2. F LuREEAYIFRIC anti-BNP HH] 4%

[0046]  F 3L 0.9% NaCl T 4°C &t BP0 A BNP 837 50E 1 JE W (3mg/m1) IR, BRI 24hr
7K EE 2 1. 5mg/mlo HX 0. 6ml PR EW, N 1ml NaHCO, (0. 2mo1/L) , FFH 1mol/L
NaOH 1 pH 22 9. 1. % 20 1 1 BHHCT FFEEVAVR (30 1 g/ml) FANBIHEFE N BUIRER T+, IF 4k
g N Thre B0 (10000rpm, 10min) [REAEYE, b SephadexG-50 £, H 0. 05mol/
L NH,HCO; (pH8. 0) BEML, 73 B A5 10 £ S AIE 25 AR 104 S840 / AT DL 73 S B v H A i 2%
RV Asso B, B FE S AARICHURRITETR . IR N 0. 5% K BSA AT 0. 025 % ) NaN 5, A
Imol/L HC1 # pH % 6. 2. 7322 J5 —20°CitfF 4 H o H T % 5l I EuCLi& ¥ (BHHCT
5 R EEERIRIE ) o T 99Z i, AR LR R, 2-8 C o 4R 17

[0047] 3. Alexabd7 FniCPuid il 4% .

[0048]  KFdi BNP S yifE$iik 24C5.26E2, 43 5l AT 0. 1M ik BR S EA VA MG B 22 1mg/ml, &-BX
5ml HUARVETR, 4> BN\ 30mg Té 65 AlexabAT VAR, ¥, IR E 1 /NKF, BERE 15 43
TREI— . i G25 BRI A 2 B alidb, AR T IF IO 9 e B bR ie ik, A4 0.01%
PEG600+1% BSA\5 % H i 0. 01 % R VEVEAIHY 0. 01M B ER £ 22 ik R, SR 2 16
B, T 4ACIRAF .
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[0049] 4. RFIIKSE BNP R it ] &

[0050]  FH%& 0.5% PEG2000.2. 5% BSA.0. 025 % F M5 L7 0. 01M HEPES 22k , 4% 18
Opg/ml.500pg/ml.5000pg/ml.10000pg/ml.30000pg,/ml Ft] Ik & 7 B VA i BNP 4 5, 1R A1 5
T ACRAF,

[0051]  SEjatsl 2

[0052] ALt f4] ) ] £ T vk S S e 1 FEAHH R, AR S AET

[0053]  SBE 2 b, 7 LT BB S WIFRID anti-BNP [ 4 7702 3L 0.9% NaCl T 4°C
FEHT R I BNP B (3mg/ml) W, vk 24hr. AN/ IEME % 1. 5mg/ml . BY 0. 6ml %4
ARVETR, NN Iml NaHCO, (0. 2mol/L) , 7 1mol/L NaOH i pH % 9. 1. 4 20 u 1 BHHBCB HH
BEVATR (30 wg/ml) WINBIBERE N PUARE R T, Ik a2 H = B Thre B0 (10000rpm,
10min) f&ZANEY G, b SephadexG-25 £, A 0. 05mol/L NH,HCO, (pHS. 0) ¥Efi, 7 & hric
EA A S AR ICY . AN/ AW GG R TR I S R AgofEL, A & AR et
IRBIVATR . TINEHRIE N 0. 5% [ BSA F11 0. 025% ] NaN,, A 1mol/L HCL i pH & 6. 2. %
G —20°C A7 H . T %% 2880, I\ BuCly& ¥ (BHHBCB 5 Fu "5 EE/RIKE )« H
TS I% At ARG BRI R L, 2-8°C 73 2 RA7

[0054]  SLjiEfH 3

[0055] A= Sijita 9] (1) il & 7 VA5 S ] 1 BEAAH R, AN SAET

[0056]  UE 3, 451 BNP B TL [ HiAK 24C5.26E2, 43 5 FH 0. IMTREE S SNVATR RS 1mg/
ml, #H 5ml HUARVETR, 73 AN 40mg K3 DyLight-DY6A7 AR, i >, iR & 1.5
/NS, BERR 15 RS — IR i FH G256 SRR AR o B ik, WCEAR IR AT S F AR D
ik, 0. 025% PEG600.2. 5% BSAL15% H . 0. 03 % T & PE I 0. O1MA% IR £h 2% I
Fike, FEERDR S A2, T 4CHRAT.

[0057]  sEjiatsl 4

[0058] ALt 5] 1) ] £ T vk S S ) 1 FEAHH A, AR S AET

[0059]  UE 3, 5451 BNP B v [ Ak 24C5.26E2, 43 5 FH 0. IMBREGEANVATR MBS 1mg/
ml, £ B 5ml AR AL 435 I\ 50mg 5% 6 3 CR64T JE R, 12, ZIRME 2 /I, £:FE
15 BB 50—k B Ja G265 B AT I A 0 B Ak, SRR I AT 2 R bRid gk, %
0. 03% PEG600.5% BSA.10% H i1, 0. 05% F & PEFIR) 0. O1M TR £h 22 i i A B, FH 2R
RS, T ACHRT.

[0060]  SEjiafsl 5

[0061]  FEIE R A, S2B8 3B IRy 4005 50 w1 (IR 0 B S YR 10 anti-BNP VA
TN RREAL R, A0 50 w1 IUT 404 RO G HIFRICH anti-BNP ¥R, & J5 73 Al NN
50 1 1 [ BNP RAE e ARAS I RE i, 37°C OB 20 4381, FH 359AH 58 6 9% oA ORI 71 1352
&k

[0062]  SEjafsl 6

[0063]  FH % F (R350FH ¢ ' S0 o3 BT (SRS U 08 JE 0, A5 IR PE R HE A I &5 SR

[0064]

o

BNP ¥ (pg/ml) 500 [5000  [10000 30000
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AR X o o 926 1366 [6074 |10462 (26316

[0065]  AHE AHNT 2 0 L AR , il E BNP bRk 5, DLIE 2. BNP pybniE thZkih 5B A 3K
9Y = 0.8415X+1370. 9, R*= 0. 9973,

[0066]  SZiaf] 7

[0067]  RHA K BRIt 1, F 4 FH B35 AH 2 6 G 4 e AR I 47 4615k 0o 28 LTS A
A, [F 5% B 1 Roche 24 7] [ HLAL 2232 BNP SR 70347 6 LA WU, 3#E4TAH S PE 434, LI 3,
g5 UL AT L 77 155 BL BT S I 45 SR — 20 BAIRIR SRR . SEi ] 2-4 (91 PRIk
s R m 1 —3.

[0068]  DL_FXf AR A BH 9 HAR S ) 3E4T 1 RN R A, AEL I U AE ), AR B IR R
il T DL EREIR ) BAR S . AT AU E AR N Z S AT AR B3 AT B 5 R AE LoR
B HAE AR B IIEE 2 Fr o TR, 5 AN I B8 AR 2 BH RS BRIV [ BT R (1) 38 2 A8 A
1 04, AN I 5 7E A R T 9 L A
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30000.0 -
v = 0.927x + 227.33
25000.0 - R* = 0. 9852
*

20000. 0
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& 15000.0 -
i
e
553
- 10000.0 -
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