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1. —Fh M4 AR A B 4A AR AT AR 4 F (proBNP) g 44k, #
W TR A b4 A K SR proBNP & FAk 2 X HE e AR sh B E A S
5 BTN 434 proBNP {Am T, Frikdnikl MAB 1213 sy H -4
25 =095 % 095 vA Lk,
2. AR 1 R, AR iR 2 2 5Bk,
3. MAIER 2 ek, AT AR AERARE SR H eI R
MAB 1.21.3 =A%,
10 4. BAER 1 YR, B TR Z0 86 3 Ak,
5. —FpdEF AR K R proBNP &5k, P FEOETRY
B A AILR R proBNP Jidk- X 8K proBNP £ 4% e 54T,
{EIREER Cdn A A proBNP 94 S 5ERAE R 14 FIAE—IRGRR K
proBNP JiAki Ak, R4 T AR 49 Ji/—\%
15 6. BAIZK 5 645k, A28 meu %k & it
1749,
7. BANER 5 BFik, HPRrRAmE A T k0 % 05 ) s AT
8, HPe4EmE 3 proBNP #Ak, HEF b ATiRE — I8 proBNP
HARF IR K proBNP LiRAR AR X proBNP, B @ % =
20 proBNP FHAk-X K proBNP-#u X X proBNP 34k E 54,
8. — LU ARBEFiE, TAFHOIEHERTELNN AR
proBNP 5 7 & X # proBNP K-F 5 & /) R 356948 X0,
9. —#FME R R proBNP #3X7) &, Frid X F & 3 H 2R 14
W{:~Iﬁ 8 FAR A4 M) K 4R proBNP #4945 8) X1 .
25 X mie  MAB 1213, ERRTEEEMEMKRRT
&:(DSMZ)D
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R 4P 4h B AR AT AR T R B 41-46 &
50 B A ) 4 AR AR AT AR T G o ik

R E R 3 BAF bk 45 A~ % IR 44 JR R AT AR 5T (proBNP) B # Bp X
2K proBNP #4474k K R proBNP &4 4% 53 HAS M 5 i 75 £ A R proBNP
KE5H QA RBLWZ A AL F k. R proBNP #9387 &
VAR F % LR SR proBNP Fuik ¢y 2L g mpe 4 .

N HRBEANLBIG, EEFERLLIek, #E Roche
& %3 #(Urban & Schwarzenberg, 1993), & /R 3B R F1E Fh TR #
£ EERERSIET R MR A RSTLE R, K&
FEARIEFE AR A(TR R AR R E). B3 T o R,
AXRBHRBEFTESE., AF, ARERIGASIG KBTS
TRE T, BRDROBEER, BRIMEEARYG . KB
Blu i A R SRR AR, B2 Hu kR A R KR (K
), FBAREBEALA Sty R,

By fetra(New York Heart Association, NYHA), &
NG, RHEERFSAFEBEHAHATH NYHA KA. 1 K, &4
BEEFTRAED G RDEA LR, LR, RN E3H % B B
I 48, RASKAFESH LB ® ER4); IV K, RABEEFTIR A EHAR
T ERERER, EEEX S BRG] b LA REEK.

sEFAERAEFLED . Y K. ACE 37 6|F) /2 B-FL ik F) 2
S S FIBRATH BB ME T R, B, SFEARIRME R D
Wi oo A 5B, AT ME, BBEEREKESEX, s liris
it

BEXRAR, LEMRT —L£nFifietEh s H BT
Fieikis A, Plde ANP (B4R kg Z)A proANP. CNP (C-4h /%
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B B LERMARE. AR Y. AAEE KA BNP (4485 AK),
ANP #= proANP A it EREAGUT O ) R 3B HEIEATIT; R,
EZRRLE, EMFRBE, KA LELRTEAENGFFHL, X
s F AW b 2k 52 % & 42 4 (Buckley, M.G. %, Clin. Sci. 95
(1998) 235-239; Cleland, J.G. 4, Heart 75 (1996) 410-413),

W F 5 A Ao &S ARE2 BNP (Ba4A5BK). % BNP 2 i
f AR kty. BNP ZAELZMAhet LHEMT ANP (54
FrRK) 64— s gk £ (Sudoh, T .4, Nature 332 (1988) 78-81), A. BNP
% 32 ANRABUAKR, TG SESRIFEAMRME FIBIK. 425 BNP
A h Wi AFiT, ZAE)de EP-A-0 542 255 $ 434049, BNP A 4HF
W B AR —FF RRAE A AT, MR G TFHAEENGRA
WA E, Pl ik afg. Bk, AEHATEHRT, £
Ao R E A BRAR 142 F SO J ) A5 )7 & (Masuta, C.4, Clin. Chem.
44 (1998) 130; Tsuji, T.%, Clin. Chem. 40 (1994) 672-673),

BNP #4574k 4T, BP proBNP, 2 108 N R ABR4E AR, proBNP
B, Lk 32 A C-3% B B2 (77-108) (AkA BNP)A= N-3# £ AL 8% 1-
76 (#&4 N-3% proBNP (2 NT-proBNP)). BNP. N-3% proBNP (1-76)
VAR B E 4 # = #(Hunt, P.J. % Biochem. Biophys. Res. Com. 214
(1995) 1175-1183) ¥ fe ok P IR, LA ZAFHE AT R HEFIK
5T (proBNP 1-108) &4 & T X F. Ad, A IHRELXK Y (Hunt, PJ. %,
Peptides, % 18 %, % 10 #7 (1997), 1475-1481), [ o & sT40m) %)
1K EAEA ) proBNP (1-108), {22 B A& N-3 7Rk 63 o0#%,
BT A — s RAR ARG,

A RAR P 4nty, N-3% proBNP (1-76)#0A 428 H % 3889 47
10—,

WO 93/24531 (US 5,786,163):5F T N-3#% proBNP # %, J& 5 %5 &
FIEVAR R T A kAR, £ WO 93/24531 ¥, #|& T 4t —#F
% & N-3% proBNP #yhkeh % IR, 2R, EEERXRY,
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FIF 7= 2 6 AR B2 45 6 . R AR (R BR 47-64).
A WO 9324531 F B tATe T 5 MR b, AFeH Xe9 ik 47-64
YA TIEY, H4F5%¥ 4 proBNP XA RATILH AT = 47-64 4
MEEAR O R MFE % AETAR, BE 48 IE, AR PFES,
5 LR d TRAHA 250 fmol/ml. £ L ERTF, T HIMAE
eIk, EEFHRB K E 2 RT L,
Hunt, P.J.4, Clinical Endocrinology 47 (1997) 287-296, &A% 7
A FAm N-3% proBNP #)-F%M X%, AZANE Y, A#FUNZ
2T, FH R KA AT BRI KT 8T MM K AR IR
10 AR FARE . BTGt iE AR WO 93/24531 #95 ik, @itA 4
PIRIEAT %08 T KA A& 49, Hunt %38 13 5 N-3% proBNP £ A8
1-13 #ATSRR, £ FHbiF, R GRAR 121 FTAR e RAEA
RS, M TIZRAE, CEERNERE. ABF 24 I WE, &
B &40 ’FFE’U‘!] 1.3 fmol/ml,

15 Ng, L5 & WO 00/35951 209 7 /A F#4 8 N-3% proBNP # 5
— k. wszi%;ikf%ﬂa‘ﬂﬂ‘ﬂ FA proBNP &JLER 65-76 #94-m kFT
= H B AR B A .

Hughes, D3, Clin. Sci. 96 (1999) 373-380, #&i# 7 N-3% proBNP
HEFIRMNEFE. EF—FMNZ ST, AL ETF
20 proBNP £RBR 65-76 84 &-m ke LI RAT = A 64 % HIEHAK; @ik
FoAME T BT, HREUTETES LERAK, 2R A TFRAL
B2 37-49, #:88 Hughes, D. %3R4 694038, & proBNP R A& 37-49
AR RRFT 5 A 6 FH B Z B 8 AR RS T A #) A JR proBNP R RL.
ARBEZIAAGRE, RERANEALESEN RN E LT,
25 st F A F proBNP 65-76 &9 Z k#t, NTlF B iR 5 ElAEe) 8%
28,
Goetze, J.P.%, Clin. Chem. 48 (2002) 1035-1042, A4 T /& F N-
3 proBNP #3& N-32 S LB (1-2D)6m 27k, ZMEF EE T4t
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XL T AR &) proBNP RULBR(1-21) 89 SRAKFT = 4 69 % A EHK,
Goetze, JP.F (AR LX) MEF 5 F 27 AWML B I P AT
@8- &F proBNP. 424k, &M Z F ik 60 H AR IE 45 R b g4,
Karl, J.3 & WO 00/45176 &R, 1558 %N E & T VA
5 2} N-3% proBNP #4T R #t f bik sbie ], &£ WO 00/45176 s A F#
ik FAZ AT N-3% proBNP £ 4L B 10 F= 50 = )9],
US 2003/0219734 3| M TX—F5%; B—HSPTAALEEH
proBNP (1-108). BNP (77-108)xA & N-3% proBNP (1-76)#4 % #+ 1 F] &

Ja & BNP A8 % % Ak,
10 Mair, J.#, Clin. Chem. Lab. Med. 39 (2001) 571-588, .2 %4 T

AR IKR ST J) B W AR R 6 k. ARA, BETWAE
H MR R EAR A, BPEATRA BRI, A—s
FEw, RETERBRME. B, ARk RE A H QLR KA
EFRFHERTRATSERLRF. Bk, RgBRMAHAE
15 DX J8] e 2k R FRAR T T AT ] 6 AR R0k R BL R A 204, {2k RELst
#22| N-3% proBNP & 31& R ik .
BB E)— &3, Goetze, JP.F (£ L)% Mair, J. (Clin. Chem.
48 (2002) 977-978):2 & 2|, A Fl 4y N-3% proBNP M2 ik |6 ¢4 £ F,
RERFTFHMALLR LG RE®R L, sFiZimetkidderizi
20 AR, A EXEA.
BR, LT R4 N-3% proBNP R Z ik, Hlded 81 F 45,
FBARAEA ., FIFRAER/Fo e RAR KM E AF 49 N-3% proBNP 5% ik,
AEPG—AB 6 ZF A —H L4 F e n 5k, AT
5 N-3% proBNP #u/2X N-3% proBNP & A8 X 7 B L E,
25 %o T AT & Ande BT B AA R P RRRP LA E S5k
T AR LSt — AR S A AL
EZ2ALAAIRTHAIR, TAFFHERNBRF ALY FA
proBNP KA (¥ proBNP)#§—A~ L&, % BEARA X K N-3% proBNP



200480012494. X o E5/30m

10

15

20

25

RE@ARA “RK proBNP” , FIAEH A, XA proBNP EE
A2 % proBNP k3L EA £ 36906 KA XM,

BF—ANFRFTET, KPP RIS R A proBNP &4
B TR

KK IR B F A M K SR proBNP #9753k, Pk ik 3T
EFBE: AT RILE R proBNP Fuik-% 4K proBNP A4 i 514
T, ERER 442 A proBNP &4 5t 545 Fhh 45 4K SR proBNP 44
FARIERR, REXNATH R EE54Y.

RERLANFTHE S HRBT ik, AT RLELNRK
proBNP J## & R X proBNP /K- 5.8 A RBI M egta ke, BbX
# proBNP #4iX —A8 XAEHLH S /) RABH G EE T RLRE,

AE B BN F AR proBNP #9875 &, PrikiX A & ate4F 7+
Mgk AR K proBNP &) FuiRkFe ) TR R 2K proBNP #4945 8h3K5). &
BRRP SO EZBmICF MAB 1213 Fr = 4 693 % 5k, A7
B A T ERRR proBNP #9472 L ERAF LCERART
DSMZ,

BMEROALAY EHERTY, LE2EAAFATALT E Y
B AEFAS proBNP ZH4K, H 7 —A proBNP B4R A R EFTA 7T A 25%
5 kM eg proBNP o FF & K 3 8. #&KMRY “%” proBNP,
KM R L L, TTHEAEHE proBNP 49 proBNP 4F 2 K LA
B ey AL LM, L E M proBNP #9#) 10 (2R A B E 49 66 13
FHE B, i@ AR A5 ES M K proBNP F 8,4 R AL B 10-66,
EBHERARFLEGY, TAREEF T, REFENEZR L
W R R B oA B AT R E proBNP, 4RiE A ke & kA B
proBNP, A1k J & 2 7Tt R QL&A 45 & K R proBNP Az &g
C-3% 4 N-s¥#gduilh, R, T A ol B e AT 2 WM T S 4R £
K R proBNP & 456y N-3% KAx B g3k, £ % proBNP, R
HIREG R, XA E proBNP &y5%F MM TR L CREF, Rabig
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JA LR #X proBNP &30k,

KiE “RR proBNP”, R34 EAEH MAB 1.21.3 FriRsle9 k&
A2 894E4T proBNP 4-F ., #HBATH—HIERNLIA, ZRARNAEE
FFF A proBNP /\%éﬁ——/\ﬂﬂﬁﬁé(E’P “%.” proBNP #)—A~T8) L,
BMERHGeAAE, & proBNP ¢4iX — LB ARA “R K proBNP” ,
R A T S BARAN . Rk LR SR AR/ R AR AT .

AR A R K proBNP ) BB, Z 234 —8) % Kk B R % proBNP
SRR KET R, TAIER FRA proBNP 8 % £ R M AE F %5 Z
0 K % $ T KA N-3% proBNP (1-76) 2 B . ikl Falx &,
AR AL 10-66 ¢ NT-proBNP A Beg 5 X, #3 X K proBNP #g#
M Ak, KR proBNP #4942 445 MAB 1.21.3 Friraléy £ &K
proBNP & /3.,

BE—/NFRHRFEF, REAPTEFF LSRR proBNP &3t
AR, Fb B AE B 4E AR K proBNP #9k 2 iX AR g duik: shE A
A5 P BTN #3469 proBNP 18 2, FriddisRks MAB 1213 #9484 K
AHT-EES =095 KL 7.

ATAREPAGER. DFAEFRBRS, ERAARKERBEL
52 5] i PN AR R 45 4 A~ X X proBNP i£ % ¥ proBNP. MAB
1.21.3 A R 45 7456 K K proBNP g 3uiked B A 4], - MAB
18.4.34 483N A4 & 45 4-% proBNP #y3uikey B A £ 48], 44T proBNP #9
oW, TR AL, T ASA M5 X 4R proBNP 3% % proBNP

B S o g A
“UF - MELES” R proBNP # 5k 2 X k. sEE 5

B FTMAF 69 proBNP 1A dm s, AriHikE MAB 1.21.3 #9404 M4 1-
{EZ ) =095 XELFH. AAXHERSERE, PR A proBNP #9454
*«%ﬂi'a MAB 1213 ¢a4FMagtaktt, #AZEY 15 ARES 25

oFEH R, LXK proBNP F4§ NT-proBNP-/K-F 3% 10ng/ml %
150ng/ml. A Biacore® 3000 % 4t)2 5 proBNP #9444, # 2 M F A4
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5/ MAB 121.3 Fim4364 X & proBNP {4 |8 4948 % 1, @Bif&k
B )3 A AT SR IR, kB A MS-Excel &~ y=ax + b R L 1
)2, KEAXAHK @ FostE, L2 ERGTERKFLNE E
proBNP # & MAB 1.21.3 préa-69 3L K _LAA ) 69 R A proBNP T2,
b LRk, A K EAGR BA e AT E A £ h =098
REF.

TrAtAZ, MAB 18.4.34 2| ¥ proBNP & R A FAR, *FTF1F
T4 M4 AR 2R proBNP 89 3AK(1Z A 4o L BT 3R 8 48 B A% SuAm 0 %)
k%, 5 MAB 18.4.34 Bp 5 %, proBNP #9484 38 % tb 5 MAB 1.21.3
A8 K MEAK, Pt MAB 18.4.34 545 5t 25 &~ proBNP ¢4 X & proBNP
T3 G0 FAR AR KM A 1=0.94 R EAK. £ £ R Mhikiz Ak A =09
KEAK, KAEKE] 1=0.8 K £ 1K,

L sk B AT ik AR BT R AF 6 434 B 0, % proBNP #4465
%45 MAB 1213 Aarkagnt, ¥ RMA2|4 22042, EXRSHIFLT
29 2-5 4584935 F proBNP /4. BT L&A 7 ey, Al Laix
PBF 45 45 AR S proBNP #94kidFik eyt 4T 1.5, &b
HATEAT 07 F= 1.5 209,

L PR 45 F MoK A A4S F R VA 10" L/mol &, xt
R proBNP ki, #AHEeMeyEAtEMmitsh 10° Limol, =
# 3 ZE # #ik A 10° L/mol,

Yo LRT R, MAB 1213 #9—A3FF E2 e RIBIFIER X —
EE: AR ERESLT 443 proBNP #4 5%Fe
% 50%Z_J8) & 5T By

M2k AR A proBNP # 3k 69 B AL 52 4] & s MAB 1.21.3
B = 2 4 2 % e Ak, %, MAB 1.21.3 e4%#& F DSMZ, MAB 1.21.3
RBERFERARF AL CIRB A DPITEGFERTE, Bl
A& R 5 BT A &6 proBNP &3] 648k, T2 dgiXsfe it
CIRARFTIR A &9 proBNP L&y RASATT X2, RAERER. EF5 %
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A C4n bl 348 2 PepScan 447,

fAmEX, LEAMRT €4 proBNP & 8 ANEL A4 69 A~
ARAK, FTRA-MRAKE4S N-st¥pLamm. HiasTRidmEtE. A
AR N-RE Coad i F B 1 ARAR, Bk, K1 2K
H B 1-8, BR2 GLAFA B 2-9, vAshkiE, Ak 69 A4-F A B 69-76.

C2 L3, MAB 1.21.3 58k 35 (R L8 35-42) % 42 (B4R 42-
AN BB R EL, ikt A proBNP &9 42-46 42 2AABL. B,
THEF MAB 1213 52 K Fdy proBNP S4B 42-46 Br4a A6 £ 4z
KA B,

EWwHRARKERERY, RAAGAEETRET ZREMH.
ZBAEAR. EAMNTA. TARE. 24K, MAB 1213 XA
proBNP ¢ CHALE X —F B LA EFHFHRYGER, FEIR LA
M P AAENKS S proBNP 5-F X AR, B A4%2494 8 PepScan
R KT oL Z R MR BRIE45, ATekd MAB 1.21.3 ATiRA &
FALFERAMEARE, BHIADRIE KRR ZEAH,

L o A M Ao BB R AR Fe (B e A2 ) T BT 6L A 89 A R
proBNP (1-76)#= proBNP &f, A F KK proBNP Fuik &9 0| & Frt )
% proBNP &4 & £ B M 5% & LRI 8 M £ 7, 12 ) 6% proBNP
(1-76), TVAZ B i AW T B AR AL, A XAFGRE, R
KA RIS T BA AN R KA () Fo A7) 894~ 2% proBNP (1-
76), AIXFARREF ARG G KFEARE, A, SARTHAE, 4
FEAX B R RS (Fde A7) BT 6,449 proBNP &Y,
ERT BEMEF.

o> A4 A 5 % proBNP R E & Fuik () 4= £ 50 & ik MAB
17.3.1, 18.4.34 & 18.29.23)kitTM A, B RGN E aFHE ST A
A &9 A proBNP 4-F, B7 % proBNP, #8HZ T, &£ F45 K KR proBNP
BRL 84 FR (B 4= MAB 1.21. 314 2 3% % proBNP &§— s34,

A KL BT VAIER], % proBNP #) X #X proBNP L& & l& &K L8 7~

10
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th 54 ME 4 BNP JEF5Fega k., K, £RZ BNP i, &I
RT3t FRAMLE P RIEH BNP EHHAAEZEER. sHFRR
proBNP & & &, REHFHNEZENFTNAALLE CIERLZALARB
-3

RAAZPREIOARKFERFLEEY, ERLAFT LN B
5 MAB 1213 #3H4A69 %42 2 438 K K proBNP #itkey 3 2
Az, BR, & MAB 1.21.3 AR5 4912 X & proBNP R AZ 7T #AT X
RIEERETEREG AW HERHNY, FFEBHREISKET
WAL, %MF MAB 1213 EBIAERE LE 6 H TETRELFTEE
M 84 3K B A4 proBNP, 54 FriR54h ey “dE R~ proBNP & 4iéy
proBNP {2 4£ ¥, proBNP |7+ =] 85 £ 45| 2,

RAALAENTEZTIMN, PTAREBEIARZLER R A proBNP
MR TR, Bib, E—AREGEARTET, RAYTRHEFH
4 4R #X proBNP #4857 3K,

EdeE KA RKELEFY, TREARLE L AERIR, FFER
iRpbAL MAB 1.21.3 9t/ 5 PepScan fk 39-42 &4 R M L+ 230
o EF. AR proBNP &4 £ 5% Ak R AR & & proBNP ¢4
— /AN RRERIRA R B AL A5, 5 & proBNP AR BT €444
# B4 MAB 1213 FisEA-¢) XK proBNP L2 ¢yAa kA -EE )
=095 X & F. FriEak R A Biacore® £ 4 ¥t 4T M F H4m L ATA 3
AT F IR, £ EERBITEL L EFREER B & proBNP ¥ &
MAB 1213 frssbe A K LR 69 R K proBNP T8¢, LM E
Rk, AR LARE BT R AR XA =098 NEF.

B—ARiLt) KT EF, KRR LT R —F 4 &2 0 E ik
)5k, TR FREOIETEFE: F proBNP & A€ AL TY,
ik B KERGF, hbiFR A4k B @, X B
B 5 A8 0 Rk A BBk Gk a-, AR dy Ao b IKAF 69 42 ZJE FT 75 4 49
FARst X 4% proBNP 4 B LM #EATH I, bRk b AR 2 F 3

11
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HWHBTREMNE: EoEGELEHRTEL LERAS MAB
1.21.3 t9Aa KA -2 Y 095, dw b7t BTifAR £ M SEAT IR,
Y1tk Al - %, proBNP R B & L F 4 &) proBNP A A £/ 6.4
proBNP £ 8% 41-44 &) proBNP A Ak A B, #4749, %
5 Fa A4 10° L/mol R EFHEI KA proBNP #4485 %% # fuik, KA
AR R —ARIRFEHT K.
NA, ZMAB 1213 R34, BRETAHE. bk
F AR TR R K proBNP ¢ £ LK, flde, BATEEA
P, TA%4E. bR R proBNP 44 % %, K 3AR(PAB) I A% 8 3
10 5 MAB 1.21.3 #4948 K M HATRAE.
E A RAT EREFY, A EFF X T A% 45K K proBNP #
PAB. 2R, ¥4 AL RE &) M) 4 F R AR B PR —F X %
Fb AR RAE A SRR
RAR K proBNP 4 % L& HAR R 24U i & proBNP ¢ —A T
15 BESRIZR 1 B AL O 694547, S5 ¥ proBNP BHK ¥ AT €809 - B4
MAB 1.21.3 FisE4-44 X %k proBNP L REe4AREM A 4% ) =095
REF. Priksnke2F Biacore® A 4t ATM & Hdw b FF R 4TS
2. £ EERGATR S L ERS S5 m & & proBNP + 24
MAB 1213 FigsAath A R LR ¥ R X proBNP T2, H¥iBR b
20 Rk, MARLARREGLE ST NI XMEAD =098 REF.
FRIRATR LA K proBNP &) PAB #9—Fr 52, AT 4 K
A% JE .44 proBNP AT £9%, Bt F sk 4l dy s R AF 69 R K
proBNP #94F Frtddndk, Je LR @ EH St o b K1F0 2 Lk
FARFAT IR,
25 B, KL ERTETY, ALUPETE S LERAK
ik, I ka3t TA P, F proBNP £ 46 EA XY,
W iFE] 2 LA, KRBT 4o R T4 FAR T R K proBNP & &K
MHATAER, ARG EEIENGZ LR A TLERE: A&

12
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W EEHET, RS EKHIKE MAB 1213 6484 MH4H 163
b 0.95, de L AT ST BT IR AR KM BT IR
S FARAT A 7ML SR A proBNP 4 % 2Rk (A A8 Bl A Su fe
7riE)kRV, & MAB 18.4.34 #ha &bk, Brst ¥ proBNP #4548 % H 8
5 BTt MAB 1213 ¢9406kHK. BH 2 L5 RAhEEHBFSH R
) 4% M 6 BAR FAR, HRik MAB 18.4.34 54% B b 45 A% proBNP 44 X
2% proBNP 31549 % f kg4 XA 1=0.94 R E/K. £ EE44
HIKE 09 REIK, HipdFFH LR A proBNP # % % 13k 4] &
WE MAB 1213 ¢y4a %35 =098 X £ 5, -5 MAB 18.4.34 445
10 KA 1=0.94 R EAK, HAXTF MAB 18434 tyiaX i 2 E ik
H r=0.9 X £1K.
ik A% F G- %, proBNP X & B AZ 5% £ F & 4 ¢4 proBNP X% f £
b 6.4 proBNP £ L84 41-44 49 proBNP Ak L B &, RitsiTH
%%, VARIFIEK K proBNP ¢4 % % EHiK,
15 EEMG R, CELARRN LSRN EFHE. 54
FaTAA A T K ERE 8 %K 587 8 F4m proBNP, iX s K
) RS F XA LR, KB HN 0k B ARIAE T ¥ proBNP #4T
) E,
EEER, FIAFR % proBNP RZ ik £ B BNP #9454
20 xi, £5ARBLTWHESBL W AARE AKX, £IL4H4e Mair,
I ARE,
Kim, oA F4FHAl K4 NYHA 0 88 1 K& %4 NYHA 1O
. T R IV B EE 2965 % proBNP ¢4 & ki, NAZS T
M R AR proBNP #9 ik, XAFHAT O A R 3B E 4 0 Bty ls &K
25 %57,
Bk, MR ERT R, KELAP R 47 EE0
R proBNP #h 753k, AR 7k TRIR: EAFVRILEKA
proBNP du4k- X & proBNP B &#eg&M T, &R T4 H

13
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proBNP #)4f &b b 45 7t 25 6 K 2% proBNP g4k ik, R/EA-mAT
T ey B . Rk FTRAEF AR R A proBNP 457 % f & K 7
NYHA O &A1 K5 NYHAII 4. 1T &= IV 4,
“HR I proBNP #4R-K K proBNP S a4” LMARA “FAk-
5 X #& proBNP £ &4 .
Rit “TR” ZRELFERARR S LERIR. RETKRRAR
AR TRBERRE TR RF YL EIKR, ARBERAT oty AT
A AR R &, #)4e F(ab'),. Fab'zk Fab R . ¥ A& %t A A proBNP
AR GEKAMNYEECEESA, RBERRAKRFRR K. 2LHHF
10 TEAL S S 4 A~ R AR proBNP, Bp £/ -F MAB 1.21.3,
EdeFAANRTERY, AHFEZFTERAFTFHRESRA
proBNP &4 34k AR K 4% proBNP, Fi A ik s  ik fo 48 % AL H &
A A48 (5 R4 ke Tijssen, P., Practice and theory of enzyme
immunoassays 11 (1990) Elsevier, Amsterdam 2X Diamandis 4 % %.
15 (1996) Immunoassays, Academic Press, Boston),
EREPHELF, %@t Biacore® % %, 40477 A T4
% proBNP & X #X proBNP #)if % XA fe ik A28 4, AP eHRHER
B ZAH T
HEERFALSEF, AFRART R —QGLEMNZE, AKX
20 RP e —AER TG RY, KA proBNP s8R 7 ik 2t Bk
ik
£ 2 R ZTARBR SRR RIS LB MLk, L FHRA
- - AR B A, LARA Rk,
BEALZ PG —AREFHT R, KK proBNP 45 7 HAR R 77
25 HERA RS BB E, EFRA SRR proBNP FuikfeF — i
proBNP 34k, 5+ B A & Bfik # — 3% proBNP 3k e 5 — 3 K X proBNP
FART H B Bl &AL 44K R proBNP, M mH s (F —)IK K
proBNP #Hufk- % 4K proBNP-(% —)#t proBNP 3uik £ 44,

14
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10

15

EdeH ARAR KL EEE, L7 A2 4% proBNP Ak 4E 4 %
—(H )R, FARKK proBNP JAkAE 4 (FIE. Al RAFIT)H
ZHAR, IR KR proBNP & &l 2 k.

PR K proBNP &g BT ik sk ik @36 T iR H 3R

a) BHabBFTETL-EMGERGE — XK proBNP-

AR RAARATRS, AFHFHRLECEL L5 BE L
4 % — R A proBNP-4F 7 M AR HAT R4,

b)  AHARE —Hik-E K proBNP-F — 3k 5 Aty oy i
T, ¥k b5RY proBNP ¢ 8% —Huikidd, k%
ZHARGE A B R R proBNP R zFRobeg ki b, ik &
{25 #2F R & proBNP #= ¥ proBNP L JF B #47ie,

) BAEANAELSMELSEEML,

d)  HEAAREETSEH K,

e)  ARR—AERFHARF HAFIT,

AR FNEY, AHZ IR AR proBNP 45 4 474 & AT B H#)
M, FELEMALNEZEHATTRD, FPRAFERMNT/AINRTE G K
HAE R R ALK W R HEATI0ER, MR R proBNP #y48 iR E .

5t X K proBNP LA 4 56 &% — ATV B3 L B L,
FRAHFUEASFAGRANBLE LS. ARAEBRERAAR CoF &
Bl A B W F XS BARHLELE LS. Y8 LBIRABREST AL
B A ATR, F—RAREHIRRA proBNP FlkFodd g o5t 2 4
HF—RABRERG RSN . HFrREax 2 AR K T
O AABRABAR, XHFOLELSTULATRELESRA LT IHY
R d, K Es AR AMERRAMEES. HERE
MEEARREME. FREFFFRE. kg Fo R Bz Fo
REHFRAREEREER., AAAVEFARAENETTGHEESK
FAMEREEREAMEEONESAGEARE ST AR,

15



200480012494. X oM P FE14/30m

10

15

20

25

BRHgast RGNS —RIBKOLRERME, HARASKE
RAEMEEQOXRAEYEEES. TRBBEARAAN LA 4747 %,
Bk Mok At A Gt L BB A B R Bk B Ak,
M VA BRI SRR R AE

B RR T RE BB AF AR B KT RIKE B R ASEY
FHEAHEFHESIT RGNS ZBABKRIETOM, EoENIH
AR ZBFAARER, FloRBAE. BTk, 5FhaHfmR
Bk, WAL RFEL G E AR H BAR. A AR AR A A de BT
R e A3t A%t BBk QAR AR, S A REER AL
HAH ARG R E WS ERLE, TBEEHReidiE. F oK
EwRAHBBEGEATARAIHES, KNERETIB B X EME, A
B, BMBAREF K, N5 BHE SN AR KRG AR
RFH F GG AFITY).

5% proBNP #4009 % —diikss & R R proBNP A ziRoh gk
{5, Bk A5 A4 F R & proBNP #= % proBNP L, iX @i RkIR T
R R BT 456~ R AR proBNP 4-F Lag X At Az, B AL GELTR
R S E oW,

AL PG ATAR AL T h proBNP L eg£45, FridkiziE®id
ST ki R E,

EE5ETREWHEEEITIR, TAME, FIEFT4H proBNP L
BT PR RALFRRI AR AT 2 8 A 4 5% F 44 proBNP,

E A LS53R LB 13-16.27-31 F= 64-67 48 5%.84 34514k MAB
17.3.1. 18434 #= 18.29.23 Fiiffl 64 =A K45, BAAAETRRSZ K
(N-3%) proBNP 4F L, Bp 2 % proBNP &% 45, X sk 4k X9 &, F 2003
# 7 A 5 B4RART DSMZ, Xk e X8 & 4 6 AR RE T M &
proBNP ¢4 A T B, R P FxEHMNTEXEHMLIIAEE
proBNP K iz 4§ PAB BK&A TR CAZF I, TARFGHAZ
proBNP,

A4
%

16
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& 2R B FRACGAR T & A4 5 4 3 B AR IRAT EARI A 2
ME, BALPMREE L RGmEE MAB<NT-proBNP>1.21.3 (=
MAK<NT-proBNP>1.21.3 = MAB 1.21.3). MAB<NT-proBNP>17.3.1.
MAB<NT-proBNP>18.4.34 #» MAB<NT-proBNP>18.29.23 &k& F1&
Z B A AR P < (Deutsche Sammlung von Mikroorganismen und
Zellkulturen GmbH (DSMZ), & H):

e % BRRT & B

MAK<NT-proBNP>17.3.1 DSM ACC 2591 07.05.2003
MAK<NT-proBNP>18.4.34 | DSM ACC 2592 07.05.2003
MAK<NT-proBNP>18.29.23 | DSM ACC 2593 07.05.2003
MAK<NT-proBNP>1.21.3 DSM ACC 2650 27.04.2004

MR i 4 I B AT R AR R R L B 49 R e

FEH M K SR proBNP B, kMg, BEAE A e ki
&L % proBNP 3% HARVA B AF 4 A KA proBNP #dik, X
¥, Bk ko iki35) 64 24 % proBNP ¢4 X 4k proBNP I 24445 5
HARMEE R, AR TRZ XK proBNP & % ik, Hhikdn ¥ proBNP
AR R AR E A2 A0R LB 13-16. 27-31 A= 64-67 #hddk, iX
e E A5 6] dm 2148 MAB 17.3.1, 18.4.34 4= 18.29.23 FfiRA]. &bk
12 R A5 R AR 27-31 #9304, fl4e MAB 18434, A FMAEX AR
proBNP & & o3k

BARAR Skntdy BT £ YR ARART I/ R K proBNP 4R 4% 314
K 7 ke g, AR FTARINSET AR AR, Hlleddh. f
A R RRRER. AL R

MR T 4o B BTIE 64 B R ARAS KA 69 P78 IR M ik 2 oh, &4 A
EFAMNAR. FBE. K. BE. WARFHITAHARES T Rk,
BT ) 3 KA oK F EP-A-0 186 799 #4 M)XK K44 MAd Mk 5 %
SN BT A R A ARG S E— N BAR L,

E—AREHFHRFEY, RELWTE—FFTesH RBF

17
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B, BT ik 6464 X 8K proBNP J£# & X & proBNP K& 5% A
RBAEZR AL M, EdB AR K2, KA proBNP K
AT R TR A R LRI A
ARG ESHRBEEZNEGAREBT R PEARR
5 proBNP &) H| ¥4 .
F — /Mty ET R PR AR R K proBNP &5XA] &, Ff
HIKF £ a4 B M 45 A F K proBNP # ik = ]l F 400 X 2K proBNP
44 48 B XA .
TEREFZES. FAFILKR. FIEFHE, AFHEBRL
10 PATWRRAER BT LHGZRRPER. AMimid, EXRES
AL P AEAT GG ILT , T AN AR i 69 5 R HATIE 2.

P 1B 3. B
A 1;: MAB121.3 #9445 %%
15 B4R A 69 AR E) 64943 B proBNP (1-76)5 3\ &4 A 4 £ 4k 8 Tk

Bk, 447 MAB 1213 ¢ MR, EAKREET IS 1 ARKL
B, EmZZ 7 proBNP (1-76)8 235 7. 4 i k4d, #£45H mE.
WLIL B 2t Ak 39-42 84 3% B M .
A 2: Biacore A7 P AL A 49X TR E
20 FiZ B & 4 4 ¢4 Biacore® 3000 AL #934EF X, M T AR
44 4% proBNP kst X X proBNP &) 4% -1k,
B 3-7: MAB 1213 5B £ % &4 proBNP duikFe % 5
proBNP Fuik ¢4 48 &
M FE Y, 428 Biacore 3000 54748, 4477 proBNP ;RE
25 #5% 10mg/ml FvA L@ 3428 MAB 1213 #HATRE F4EA A&
proBNP 45 4 42 40) 8 20 4y A vy, A MAB 1.21.3 ey i
X dh ke, RATRF RWBEA AR NA AL BEE Y 5
E#di. MAB 1.21.3 5 MAB 18.4.34, MAB 18.29.23, PAB 30-38.

18
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PAB 44-51 #= PAB 41-46 ¢948 4R LB 3. 4. 5. 6 417,

EH4p) 1
¥ 428 N-3% proBNP (1-76) 654 &5 %
5 1. &4 N-3% proBNP &) .14

BAAR SR, #& N-3% proBNP (RURE/F7] 1-76)894% 48R
5. ATz AREXBAFEE col)¥ RIFHMELZL, 44 DNA
BRI ETRMAEYRAERAGERT. ATHEZLARGES
FBRAT| 3T
Pro5‘ (SEQID NO: 1):

5‘CCGGATCCCACCCGCTG3

Prolthum (SEQ ID NO: 2):

5‘CGGGATCCCACCCGCTGGGTTCCCCGGGTTCCGCTTCCGACCTGGAAAC
10 CTCCGGTCTGCAGGAACAGCGTAACCACCTS!

Pro2hum (SEQ ID NO: 3).

5'‘CGGTTCCAGGGAGGTCTGTTCAACCTGCAGTTCGGACAGTTTACCCTGCA
GGTGGTITACGCTGTTCCTGC3

Pro3hum (SEQ ID NO: 4):

5‘CAGACCTCCCTGGAACCGCTGCAGGAATCCCCGCGTCCGACCGGTGTTT
GGAAATCCCGTGAAGTTGCTAC 3°

Prodhum (SEQ ID NO: 5):

5‘CCCAAGCTTAACGCGGAGCACGCAGGGTGTACAGAACCATTTTACGGTG
ACCACGGATACCTTCGGTAGCAACTTCACGGGATTTCC3'

Pro3‘ (SEQ ID NO: 6):

5‘CCCAAGCTTAACGCGGAGC3'

19
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R X g4y, @it PCR (REBME AR ), #ATARGHE.

Fy 3 64 A B U B oE e Bk Bl de B4R pUCIY ¥, REMA. xt

FTAEZEHAR pQES Pty A AKRH, @BiLFk4|E45, 5 Bam Hi

F= Hind I, 3457 & B AR pUCI9 L% Fk, REUAKFEZ

5 A4 N-SREAB- R4 &8 67 Nt 2| 84K pQES L, RE41L
K AT M15 [pREP4].

2. N-3% proBNP £ K AT 8] ¥ 6944
ATERBHBEFREMERR, THXMFEH LB ITRIZ

10 i Luria A% (&4 100ug/ml 2FFF £ S0ugml FAREE)F
4 1/60 34 OD550 % 1 8f A IPTG (A AAAKEIMES; 1 mM
BREYES, BGE, BHRMT 3TCHEER 4 i, REKEZHRY
B, ¥mpiRimikE A 50 mM BERR4A% ¥ i (pH 8.0); 300 mM NaCl
bLoAEEE N ERERE, BFERB S, LR EHE) NI-NTA (&

15 AEZ TEB)E. A 50 mM AEBR4A% 4 & (pH 8.0); 300 mM NaCl; 20
mM kel #4725 5 , A 50 mM B BR 442 #F & (pH 8.0); 300 mM NaCl ;
300 mM s v e B 4E B BR -4738 69 N-3% proBNP, J & seBliis-, *+ 50
mM Tris pH 8.0 #A7&EM. AT 4B LK, HFER LD QA5
ABERICAL, %44y N-3% proBNP /i i it MALDI-TOF #ATHZ.,

20 LN ZH &M (= F48 proBNP)S# proBNP 1-76 #= proBNP 1-66,
B IRT SR TERE =4,

L] 2
NTproBNP(1-76) Btk ¢4 5%,

25 18 it R AR AL B A8 AR A& 5 K (Merrifield (1962) Fed. Proc. Fed.
Amer. Soc Exp. Biol. 21, 412), % ABI 433 BkA&-RALE, 4 A%
NTproBNP(1-76)&tAz(swissprot: #% 5 P16860;, AR 27 ZRIAM
134), M#&m T, AL Rink-Linker S48 RA B4 L, @i

20
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THERL 3 BEEWRIABAER, FFERARE/NARE 67k
" A8 M Fmoc-3 B} ek A 69 B R 2 2 M tBu-. BOC-, OtBu-. Trt-
H Pme- A ARY, XBORT ML, H T RREMFEEHAH, 10
1 FHEABEFNERRBRS, I, ATRAEGBESEE, L C
3%18131% A Rink linkage mBtleit., e, AMEM LT R4AEY
AR, BRAZ R LBREEENIEE THARA GRS HIITLE,

AR ARY &, ReBTHE&E K48 HPLC 4o B AT AR, 3 K
125umol #MAZEY R 51433 16.0mg. 17.1lmg # 18.0mg RP-HPLC
%26 R (% F40). 2% 4 F) MALDI & ##= ESI /iU i#4£97[8439 4],

L& 3
#L.% proBNP R4iX X proBNP #§# 5 3k 8 A & ik
1. ZRBA N-3% proBNP #9 % 7 i uik

A 100pg N-3% proBNP 3R vA B 2 4 KAER , IR A %.9% Balb/c
D R(8-12 A#Y). SRR A Ea e v BaB it AKA R, T %) &-44 proBNP
(-7 A Lo BB, 6 BE, Ji#tAT 3 Rk, HiEfkEH 4
Bl. BE—K%LEE 1 Akf, M XL 0F T e mmsmn.
MFEME R s R PERESF, KIR B RE @, SRR EHE @K
ZGRA, HRBAFT B 40ty Kohler /= Millstein (Nature 256, 1975, %
495-497 W) 7 kit AT RkE~. F G & p deill i £ 6 Ao oL
RABT ARAEE , LR BHRRIZRY.

AT FAMK, % Balb/c ) REBENEH Sx10°AMEBmM,
ik B2 BT84 8 0.5 ml Pristan & 323t 1-2 k. 2-3 A&, AN
R RBUEAK ., TEFIFT ENT 5B IR,

2. 5135 proBNP Bk. 4% proBNP Fu A dniE + 45 proBNP 493 & &
FAR Y T 1% K BE
AT KA 4 K IE tm e dE 4~ b % P 4% proBNP AR &G A48, e

21
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ZRFRMEF K, FHLER,

a) *f4-% N-3% proBNP &9 Bt
EERT, ERFEMEH TR Nunc, Maxisorb)t 2.5ug/ml
5 4&-r, NT-proBNP (45 4 #0/R)E 100ul/3L57 88 07 R (LB E TR, &
5= B &% 0726 559, Scil Diagnostics, GmbH) ¥ 264~ 1 N of, HHEL
3 /& PBS 4 1% % (BEBs % 0% #5%, Oxid, Code-BR 14a)#= 1% Byco C
AT 30 o4, MUE, A mAZ T RO0.IM JALMER, 0.05%LiE
20 AT %%, EFRRT, ARFNIE 1000/ 3Lk ERE 1 o,
10 AR RBEE2R., REETRT, ARM¥EFAES 100 mU/ml,
100/ 3L 4w w48 PAB<M-Fcy> ) ¥ -F(ab'),- it & b 4 B % 44
(Chemicon, F 5 H X5 AQL2TP)EH 1 JiF. AHRALFTRFLRE
KB, BRI AT R BEE (B ke F) ABTS®, £i& 30 4
4t, A ELISA 45 23 405nm #7086 R4k, #4535 mU),
15
b) 1% A A A K HEAT AT RAEAR R AL LT A
AT #ATEALLGHT, WA RBREREVERTONHRETREIRS
sk & proBNP F3|(1-76)84 fk-E & REM—RIGEF. LA 69 A 8
FARM R 4245 T % proBNP 57, ATk 69 A~ 8 RAKMAITHNA 7
20 T 1 ANRABRFIKZ, AR A 1-8, 29, 3-10, 4-11......66-
73, 67-74, 68-75 Fa 69-76. T2 MK T HIMG £ ENF T, 45
é,4 1-10, 8-18, 1-21. 16-30. 30-38. 32-43. 39-50. 47-57. 50-63.
62-70 Fn 64-76 fith BABE. CLEHEANFBRKAET PBS 4% 4% (5
AR 42 0 3 %, Oxid, Code-BR 14a)#= 0.5% Byco C # £ 250 ng/ml,
25 T HATRROAR, WEFRIR A 100u] BB #2469 R E 3L,
REETBTRALLE 1. RE, AREEFROIM S
%, 0.05%nkiR 20)#AT5%. 4ok Q) BTR BATIARAEE I8 B Aaab ) &
. BAHeqs ke NT-proBNP KA R, FTAT iA#G% 3 5%

22
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AR 2 B EFARPT AR 6 F AL 942 B,

PepScan ¢4 —ANFE 4B 1 B, BRI 1.21.3 onbeg £ 4514
Bk 5 pk 39-42 8 B ARAR A, iXxt B T & proBNP & B 41-46 (SEQ
ID NO: 11)Fféa by & F & 13,

¢) BHEHF &Y proBNP #) &k
ETRT, AHEH4EH M Nune, Maxisorb)&3LF 100pl/
3.4 Sug/ml PAB<A proBNP>S-I1gG (IS, (1-21)3%(30-38)S-IgG #45 &,
B R (OB TR, &5 B E5 0726 559, Scil Diagnostics, GmbH) &,
10 # 1B, 8B A A PBS 4 4 & (BB 4% +F B s, Oxid, Code-BR
14a)#= 1% Byco C Fi#tAT 30 o4F. KRB, A kAE+R0.IM i
Wiz, 0.05%kiE 20)i#ATRE. ETET, AHRHNE 100u/5LA
PBS £ aHBHELLEFTHRARR—RBT. BRELE,
AEZBT, EHMEE 1000/50858 LFRMBE 10, REA%
15 HBRFRE LR, AERT, £HH#EHS 100 mU/ml, 100ul/3L#)
M FAR PAB<M-Fey> .y 3%-F(ab"),-it &k 4 85 4% -4 (Chemicon,
o HFES AQI2TP)EREF 1 Jif. ARAZraBAR®EVES, AE
HL77 M R At B A B L (] 4o ) ABTS®, %38 30 44, A ELISA
A LI 405 nm 69 RAE e R4, 2454 mU),
20 A5 A £ 49 N-3% proBNP K 5 A ik F 44 proBNP # fa ikt
B 6 4 RIB3& ity ATt — AL,

L84 4
#. proBNP o 45 -2 F B ik o ) &
25 1. KB N-3% proBNP #4 47 £ £ % Beduik
F &4 N-#% proBNP AR T &H KERZESGF. REAHAER
4 0.lmg, £ 10 NAR, #% 4 AR ESLR. F—RERE
6 At ef A—K, RBROFEHSR, ME LM,

23
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MEEHFRCERFRE migttakam. B, ERERES
49T 3 R, A ELH N-3% proBNP #4TH%/E—kmigizst, mALZHA
BIEH B BEE AR EC L #

B FARRERECLEE, ELFFH THE 4B HREmIE.
F—Aegegs2x 10° é[ﬂﬂbﬁ&’;k‘:"m"ﬁi HEE A 1x 10° @mpe/
MR

AT #ATERSS, ¥— 1 x 108 AR E R E mIe g A,

J 55 $ R B B B B R Je A B B 4w Re() BUNST x é%%%f‘-’»
smpe, %4 1 C 10, Bioventix, Inc.)3% 2:1 &bl fmdi R B L — 8
(PEG)# AT %4~

8 JUAS 96 SLARAEAF, B3 1-3 x 10° éeaﬂ@(’x—rﬁﬁ" B, RE
kB IE R A P ATIES. 8-10 K5, @it ELISA WA AEHiF
45 N-3% proBNP F B EL 64 42 5 & tm fie..

FEbE 2 X8 6 R ARIE F M B 7 AL B AT W AR 64 41 0 4 AN 3%,
Hd F AR HATIE.

2. 43147 proBNP k. A% proBNP Fe A fn & ¥ 64 proBNP #4% % %
TR & 75 KT

AT %5 308 mpaiE F~ L7 & P 3L proBNP ik ey 5- £, &R
=R MmN EF X, N LEFE.

a) %4~ N-3% proBNP &) R kL b4

AETERT, AN ERETHNunc, Maxisorb) Al 100ul/3L4
2.5ug/ml &A% NT-proBNP (44 408691 HE T B (QREF R, 7~
5% B %% 0726 559, Scil Diagnostics, GmbH) &,3% 1 /Js8F, HHELE
F£ PBS 4 7 & (Bdg 42 +F 5%, Oxid, Code-BR 14a)#= 1% Byco C ¥
FHEAT 30 4F. B, A RAZAR0IM R, 0.05% 5
20) AT kik. EERTF, AR 100u/ILpAE g 1 e,
RERRFEERFRE2R. RELEETET, AH#FNHFELE 100p/5L

24
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43 1:40000 fi] PBS 42 i & # A% 64 0 M) Ak 1t Bk B 42 444 AffiniPure
P ssF 1gG (Dianova, RS 713-035-147)EF 1 I F. Fskikgd
BB RGEE, AEAF ENTILRAY EEE (B 4 f ABTS®, £
B 30 o4, A ELISA AR LR 405nm &9 4 RAEEG Tk, BALH
mU).

b) 1% ) A K HEAT R AL FAEAEFAL AT A

AT HATEALGHT, WHBREEREVERONHTEIMRE
% f proBNP F3|(1-76)69k-A & BoMm—RIBE. LFA 69 4~ 8
RARR k4246 T % proBNP 53], Arif 69 /> 8 RAKAKEIEHAN A7
BT F S 1 ANEABRTESE, BPH5H 1-8, 2-9, 3-10, 4-11......66-
73, 67-74, 68-75 #= 69-76, E.ZMXKT FIrAAMERGFF], 45
4,4 1-10. 8-18. 1-21. 16-30. 30-38. 32-43. 39-50. 47-57. 50-63.
62-70 F= 64-76 {1ty RAB. CEEEANREKRET PBS L4 (5
BR4E #F 3t %%, Oxid, Code-BR 14a)#= 0.5% Byco C ¥ % 250 ng/ml,
AT HATREA, HEMER A 100ul HEA T AR RE L,
REEZBTERAHE 1 D, KB, ARBEFRO0IM R
&, 0.05%¢mkiB 20)B 4T3k, de b a) AT AT IARAR SR I3 B Al R
B, BAHEANE L NT-proBNP AAH R M, FTeA Ak # %,
MR R 2 FL e AR PT IR A 0 RAL 42 B .

c) H &AM proBNP & 5K M

ETET, ARFHERTHANune, Maxisorb)&-3LA 1000/
34~ Sug/ml PAB<A proBNP>M-18.4.34-1gG &4 # $ 4% ¥ i (.3 E
M, 5B &% 0726 559, Scil Diagnostics, GmbH)#,4% 1 BT, 72
B2 PBS 4 R (BB % i 3 siR, Oxid, Code-BR 14a)F= 1%
Byco C ¥ #47 30 4. RE, A k%% 7 & (0.9IM shshisii, 0.05%
whiB 20)# 75k, ERRT, AHHE S5 100pl/3LA PBS 4 5 R4
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Byt AR PHRARARER—RBE. BRk%kE, AZERT, £
PHETE 100ul/304 38 EARBE 1 D, REARFERERE
2k, EERT, AR ELSL 100 mU/ml. 100pl/5L3: 1:40000 F PBS
G B AR AR AR T B BE R A-09 AffiniPure P44 F 1gG
(Dianova, X4 713-035-147)%F 1 ) BF. A REZ T RBREESE,
A EF LR EEE (B e ABTS®, £i& 30 54, A
ELISA 48 £33 405nm &4 86 T4k, $43% mU).

125 A% = At N-3% proBNP 3 5 Ay & ¢4 proBNP A Fa 4
BL WY 5% RIg 3 dp AT — H R,

E#H) 5
3 N-3% proBNP &) % 50, M ik 64 %) &

Bl &40 N-3% proBNP (R JILEHS] 1Dk BT A KAER %97 45
., MNEAEFRFY 01mg, L 10ANAAA, 4 ANKRABELLE.
B—REFEE 6 AFLEHER—K, KROEFHES, NZLH8E&K
Fa s M.

2. MGG F dniF ik B TR

MJF F 48 N-3% proBNP %75 8445 5 64 B 46 i F- 44, J aerosil®
(1.5%) it ATHLAS AL, BLERER AL . ABRITHRBRELRIECE M)y
T ¢ EREG., BEGREs 15 mM KPO,, 50 mM NaCl (pH 7.0)i%
#, f£ DEAE sps4gstic L AT BAT. AwmPLd, K IgG A4
(=PAB<NT-proBNP>S-IgG(DE)).

3. B T4 &L ¥ proBNP A 457080 £ & ik F o BT
st F 4% 5 ks A % proBNP #) % % & 34K (= PAB<NT-
proBNP>S-TIgG(IS,1-21), % fii # PAB<1-21>)#4 % = #h 4, 1% i Bk
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HPLGSPGSASDLETSGLQEQR-C ((1-21)21-Cys, SEQ ID NO: 7). i#&
it A 1mg BR(1-21)21-Cys 5 2 ml B kBt T & 1049 EAH 27 0%
¥ExtAZ 4B (Amersham Biosciences, & dt B &5 17-0569-01), #|&3%
Fa R

AFEHAT 10 ml FhEKFA 50 mM KPO,. 150 mM NaCl
pH 7.5 (PBS)i#t47-F#7. 2g PAB<NT-proBNP>S-IgG(DE)_L 43z 4
F. #-F A PBS #= 20 mM KPO,. 500 mM NaCl. 0.1% Triton X-100,
0.5%BL 8RB 4A(pH 7.5)%%%. /A ImmunoPure® Gentle Ag/Ab Bl
& (Pierce, =& B &5 21013)subids 4o F it he 1gG, 7
HARA PAB<I-21>, #/ £ /M A 1 M AR HF % H & PBS/NaN; ¥4& 4.

KT kA F = AT Y proBNP B4 4 f bty Ehashibih 3 4Tk
Ak PAB<NT-proBNP>S-IgG(IS,30-38), 2 & #k PAB<30-38>) (Karl, J.
% WO 00/45176).

4. A T 51 &3t KR proBNP BA7 4 73t 8y £t ik ey F A B AT
BEIRAF EFEAREN, REHR KK proBNP 4 2 LKAk
(=PAB<NT-proBNP>S-IgG(1S,41-46), 3 {4 #k PAB<41-46>), P& 4o
LATRAAR 6k, 12A 3 AN#akeg kPP CEUEU-SLEPLQE ((37-
43)37-Cys, SEQ ID NO: 8). CEUEU-SPRPTGVW ((44-51)44-Cys, SEQ
ID NO: 9)#= C-EPLQESPRPTG ((39-50)39-Cys, SEQ ID NO: 10)
(EUEU & —h 48 2 45 5 & @ BREG 38442 3K), RH1& 3 ARy F 4
A JR. &%, $¥ PAB<NT-proBNP>S-IgG(DE) L # %] &, 4 ik (37-
43)37-Cys &4 E AR £, AR & 2244 NT-proBNP 547 37-43 &4
i % LERAR, RE, Ao L3 64 K44-51)44-Cys 695 =%
Faf F, VAT E44 NT-proBNP 53] 44-51 ¢4 % £ EHAK, 4o
R, BBLFICE LA IRARGEPABAL-ST>), BB, B oFhG
A8 iR E 8,4 8K(39-50)39-Cys W% = FE XM L. ww LATE,
WBLIFI R A4k, A S4n kA PepScan 44744 7 ik #AT M E,
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B ZF R L RBLE AR 5 41-46 (=PAB<41-46>)% 4 £ 45
B 4EFM, TEEAEREAE EF ) 37-43 Fo 44-51 Z ) 09 K4k,

L] 6
5 #i proBNP ¢4# % & itk A= § % K3tk 4 Biacore 547
Ji Biacore 3000 474X, Bit R @mF B F 4k, MIIWELK NT-
proBNP &% #diihfe S LRGSR, FARTOFE TLEK
MEART 25C. A BER L CMS £ AR B ¢ Biacore 3000 i3
1. BT % 4 HBS (10 mM HEPES, 150 mM NaCl, 3.4 mM EDTA
10 #= 0.005% P20 (=Polysorbat), pH 7.4),

1. Be4k PAB<NT-proBNP.1-21>S-1gG #4 Bl & 4%,
RABABEAL S, HAMA4EE NT-proBNP & 48K IR 49 Bk B &
. MBERZ AT, #WiLyd 20ul/min #93A:% 44 10ul 0.1% SDS. 50 mM
15 NaOH. 10 mM HCI #= 100 mM &§8% , Fiak 5245 & %% A . A 0.1 M NHS
(N-#2 A 33482 )% 0.1 M EDC B-(NN-Z ¥ £-F L) A E-N-2 2
BRoT R 101 RA-Hvh 20ul/min #3743, EABTA ABREET 5
2%, FIRA S 30ug/ml & T 10 mM ZE40(pH 5.0)84 Beik x4t %) i
A AAKBARPIAS min, E4 5454 1 M 2EEQH 8.0), Mk
20 &, &% 24 30 #49 HBSwash (100mM HEPES pH 7.4, 1.5 M NaCl,
3.4mM EDTA, 0.05% P20 (=Polysorbat), 2% DMSO). 100 mM HCl #=
2 x 100 mM B£8R, A& IEEM o098k, BIRE E 4% 16.000
RU.,

25 2. EHAE P NT-proBNP &4 388 m &
A T /& Biacore 3000 $#ATATFTFik, 2AB 2 FMARR. 14
FAREA 0 oM. 2.5 nM. 5 nM, 10 oM, 20 oM #= 40 nM #§4-4%
NT-proBNP(1-76)amid & 20%% do (L o F HBS + 1mg/ml & F
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10
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AR RAER 1.5 HB)VEA RIS . MK TEE FE T8 2 F &
SATAE RS R A @6 A A,

A A >10ng/ml X $X NT-proBNP #4 & 5 4f 5% A 4.4 1mg/ml & F
A F B AE 6 HBS 3 1:5 ##,

F A7 E Ao B B AR vd 10ul/min 495K E ST E)FTAH 4 AN
%A 10 min, %A 100pl/min &) 7Rig #47 30 949 HBS 72 4F, A
FERFFRESHF RS, FOAZEAFFROIRKR, AET
HBS #9 500 nM K& . vA 10ul/min 4§ 73% 24 3 min, R@E 1 £
FAR L, AB2 FRIR 2, AREIE, 53 N Z Ik o4 4 S5 3E (R
fi: RU), 4HZ44RET 10 B agom & 5 24 F—ANF4k 3 HBS #7
10 AV &4 e o2 Z_ 18] &9 2 F¢.

AT HAEELEMET NT-proBNP 49K E, i&/A BlAevaluation
B4A4E 41 R, s TFERFRKR, AHENS4H 4 A NT-proBNP(1-
76)amid ¢ E @ LK, FitE 15 HBRGEEHLGARERE. RE
FevA 5 133 R A P NT-proBNP &K & .

3. FARSE AT

H T MERKRZLESABFF KRR NT-proBNP £ 2 & NT-
proBNP, H# A ATAT 5 6 FAR 4T 49 NT-proBNP RKE(y 4)xt A 5%
FAk MAB 1.21.3 @43 6948 AR S iR E (x 3916, 32 A MS-Excel &
WA y=ax+b AR M=) ¢ &K FAK RS FedtE,

%.1; XRFE)4% proBNP 4R b9 4 4E

RN FIT R A) 64 &A% A R
proBNP proBNP
MAB 17.3.1 A B 13-16 - ot
MAB 18.4.34 £ 8 27-31 -+ 4+
MAB 18.29.23 REBR 62-76 +++ 4+
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MAB 1213 F LB 42-46 T+ n
PAB<]-21> I 121 +++ +++
PAB<44-51> R A B 44-51 +++ +4+
PAB<41-46> FAL B 41-46 T+ n

4+ A&, proBNP #n & Z 445 F 44 proBNP #R48 48 £ ALE FIRIF 332 5
+& =54 proBNP FrigéqfiAart, &5 & FH ¥ 64 proBNP #IR 5EE A
15%.

WRIER T, BB, %K% proBNP 455 R AARRE 7 AL
F4&-p%, proBNP #Fu B 24 J b 44 #) proBNP L, X469 L4455 2
MAB 17.3.1. MAB 18.4.34. MAB 28.29.13 #= PAB<1-21>,

R, H—AFALF R FFRAME F XA £ T4 proBNP #=
B FAA G proBNP L, &5 A K EHRLER 41-44 48 % 5F
Ak MAB 1213 VA& PAB<41-46>F7iR%], & kA Xk &5 X7,
LR B R P AHAEMGE proBNP 69— A&, L4538 %
proBNP | Z % 3 K 4R proBNP ) & % k4m &4 F 5% &) proBNP
i, A2 A B ARl & 45 R . & proBNP v {0 LA A & 3% F X A proBNP
AR A,

B 37T AR M H N2, PAB<41-46>4 3k s MAB 1.21.3 &
FEFIFEA LN, ML proBNP #3uik, B MAB 18.4.34. MAB
18.29.23 #= PAB 30-38 2. 5 MAB 1213 WA X H/IK1F 5. F4
4%, PAB<44-SI>F R R WA LRE, TREARFHELRA
proBNP 434k, B4 'E st MAB 1.21.3 6948 £ B &F r=0.95.

E®p] 7
X #& proBNP #= ¥ proBNP M % ik 6.4 B 6416 R

FlERFRTF, HAETHFRA proBNP F= & proBNP &5k
FIEMZE, HATT #BB HYHA R&E45E6 246 NEHHE R, ZRAH
RERILTF £ 2.
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% 2; BEHIT XA proBNP F=% proBNP &) tbak 447

n | X proBNP | NYHA X/ | ¥ proBNP | NYHA X/
NYHA | 246 1% $ 45 NYHA O (pg/ml) NYHA 0
0 119 337 1.0 638 1.0
1 32 355 1.1 717 1.1
2 62 655 1.9 1072 1.7
3 30 2947 8.7 3609 5.6
4 3 12755 38 15902 25

e R L AEH E 262 KA RER XEAREMEREHHYHA
084 1 OUAELEERGEBEZNYHA X =2 AREEF). AE2T
5 J, O/l 532 BfEFHK, HFREWEM, stFHA 2 K. 3
KA 4 BRVE, A ezt X IR proBNP £ kst % proBNP & o
BF. XHIAXS TR A proBNP bz ¥ proBNP R EA £ hF64 R &
JE /45 VA RO RS2 M,

10
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<110>

<120>

<130>

<150>
<151>

{160>

<170>

210>

211>

212>

213>

<400>

Roche Diagnostics GmbH
F. Hoffmann-La Roche AG

R proBNP HyR il 77 ik

22564 WO

EP 03010591.0
2003-05-12

11

PatentIn version 3.2
1

17

DNA
K& (Escherichia coli)

1

ccggatecca ccegetg

<210>
2115
212>
213>

<400>

cgggatcecca ccegetgggt tcocegggtt cogetteecga cctggaaace tcoggtetge

2

79

DNA

K& (Escherichia col1)

2

aggaacageg taaccacct

<210>
211>
212>
213>

3

70

DNA

KT & (Bscherichia col1)

33

17

60
79
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<400> 3

cggttccagg gaggtetgtt caacctgeag ttcggacagt ttaccctgea ggtggttacg
ctgttcctge

<210> 4

211> 71

<212> DNA

<213> KPa#T ¥ (Escherichia col1)

<400> 4

cagacctcce tggaaceget geaggaatec cegegtecga cecggtgtttg gaaatccegt
gaagttgcta c

210> 5

211> 87

<212> DNA

213> KH# & (Escherichia col1)

<400> 5

cccaagctta acgeggageca cgecagggtgt acagaaccat tttacggtga ccacggatac

ctteggtage aacttcacgg gatttce

<210> 6

211> 19

<212> DNA

213> KA H (Escherichia col1)

<400> 6

cccaagctta acgeggage

210> 7

211> 21

<212> PRT

<213> # A (Homo sapiens)

<400> 7

34

60
70

60
71

60
87
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His Pro Leu Gly Ser Pro Gly Ser Ala Ser Asp Leu Glu Thr Ser Gly

1 5 10

Leu Gln Glu Gln Arg
20

210> 8
211> 12
<212> PRT

213> ALRF%

<220>
<223> ZRk

<2205

221>  HAh#%AE
222> (3)..(3)

<223> Xaa ®SB-HWEH

<220>

<221>  FAARE
222> (5).. (5)
<223> Xaa ®RB-WEEB

<400> 8

Cys Glu Xaa Glu Xaa Ser Leu Glu Pro Leu Gln Glu
1 5 10

<210> 9
211> 13

<212> PRT
213> AIFEF

<2205
223> Zjk

220>

35
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221>
222>
223>

<220>
221>
222>
223>

<400>

Cys Glu Xaa Glu Xaa Ser Pro Arg Pro Thr Gly Val Trp
10

1

210>
<2115
<212>
213>

2207
221>
<222>
223>

220>
221>
222>
223>

<400>

Cys Glu Xaa Glu Xaa Leu Glu Pro Leu Gln Glu
10

1

<210>
211>
212>
<213>

=L
(3).. (3
Xaa RAB-HEER

FHASFE
(5).. (5
Xaa RINB-THE L

9

5

10

11

PRT

%8 N (Homo sapiens)

HARARRAE
(3).. (3
Xaa RRB-NER

HABAFE
(5).. (5)
Xaa RRB-HER

10

5

11

6

PRT

# N (Homo sapiens)
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<400> 11

Leu Gln Glu Ser Pro Arg
5 1 5
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B 2a

NT-proBNP ¢ AR/, M 204 EHH %, 8 RFEH4k, Biacore B 5o
BIACORE 3000 3 #] #: 1+ 5 4.1 Bk $h A7

DEFINE APROG Sandwich

PARAM %apo %anr %aco %bnr %bco %c1po %cinr %c1c0 %C2p0 %c2nr %c2co %E3po %eanr %c3co %CcApo
%c4nr %c4co

KEYWORD anr %anr
KEYWORD aco %aco
KEYWORD bnr %bnr
KEYWORD beo %bco
KEYWORD ¢1nr %cinr
KEYWORD ¢1co %cico
KEYWORD c2nr %c2nr
KEYWORD ¢2¢0 %c2co
KEYWORD ¢3nr %c3nr
KEYWORD c3co %c3co
KEYWORD c4nr %c4nr
KEYWORD cé4co %c4co

CAPTION Sandwich: AG: %anr %aco mit %bnr %bco, AB: %Cinr, %c2nr, %c3nr, %canr

FLOW  10.-f
FLOWPATH 1,234

DIPNEEDLE r2e1
* QUICKINJECT %apo 100  !calibrator/human serum
<0:10 RPOINT  -b BL_starnt

FLOW 100
* QUICKINJECT r2f6 60  !HBS

FLOW 10

FLOWPATH 1
DIPNEEDLE r2e2
* QUICKINJECT %cipo 30  1AB1/S
-0:10 RPOINT -b AG

FLOWPATH 2
DIPNEEDLE r2e3
* QUICKINJECT %c2po 30  |AB2/6
<0:90 RPOINT -b AB1

FLOWPATH 3
DIPNEEDLE r2e4
* QUICKINJECT %cdpo 30 |AB3/7

-0:10 RPOINT  -b AB2
FLOWPATH 4
DIPNEEDLE r2e5

* QUICKINJECT %cdpo 30 |AB4/8
-0:10 RPOINT  -b AB3
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FLOWPATH 1,2,34
FLOW 100

* QUICKINJECT r2f7 50
-0'10 RPOINT  -b AB4

FLOW 20

* QUICKINJECT r2610 5
* QUICKINJECT r2f3 10
* QUICKINJECT r2f4 10
* QUICKINJECT r2f5 10
EXTRACLEAN
3:30 RPOINT BL_end
END

DEFINE APROG Regen
CAPTION regeneration cycle
FLOW 20
FLOWPATH 1,234
* QUICKINJECT r2e10 §
-0:10 RPOINT  -b BL_start
* QUICKINJECT r213 10
* QUICKINJECT r2f4 10
* QUICKINJECT r2f5 10
3:30 RPOINT  BL_end
END

DEFINE LOOP AG

LPARAM %apo %anr

TIMES 1

l %apo %anr
r2al NT-proBNP 40nM
r2a2 NT-proBNP 20nM
233 NT-proBNP 10nM
r2a4 NT-proBNP 5nM
2a5 NT-proBNP 2.5nM
r2a8 NT-proBNP OnM
”b1 HuSert
12b2 HuSer2
2b3 HuSerd
r2b4 HuSer4
2bS HuSer$
2b6 HuSert
2b7 HuSer?
2b8 HuSer8
r2b9 HuSerd
12b10 HuSer10
r2¢1 HuSert1
r2c2 HuSer12
r2¢3 HuSeri3
r2c4 HuSert4
r2c5 HuSerts

[}

QAo

& 2b

1HBS

{HBSwash

1400 mM HC!

1100 mM phosphoric acld
1100 mM phosphonc acld

{baseline after regen.cycle

!HBSwash

1100 mM HCI
1100 mM phosphoric acid
1100 mM phosphoric acid

tbaseline after regen.cycle

%aco %bnr  %bco

%aco %bnar  %bco

HoSer/CMD 20%/1mg/mL
HoSer/CMD 20%/1mg/mL
HoSer/lCMD 20%/1mg/mL
HoSer/CMD 20%/1mg/mL
HoSer/CMD 20%/1mg/mL
HoSer/CMD 20%/1mg/mL
HBS/CMD tmg/mL
HBS/CMD  1mg/mL
HBS/ICMD  1mg/mL
HBS/ICMD  1mg/mL
HBS/CMD  1mg/mL
HBS/CMD  1mg/mL
HBS/CMD 1mg/mbL
HBS/ICMD 1mg/mL
HBS/CMD  1mg/mL
HBS/ICMD  1mg/mL
HBS/CMD  1mg/mL
HBS/CMD  1mg/mL
HBS/CMD 1mg/mL
HBS/CMD  1mg/mL
HBS/CMD 1mg/mL
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K 2¢

r2¢9 HuSer19 1
r2c10 HuSer20 1;

HBS/CMD img/mL
HBS/CMD 1mg/mL

r2c6 HuSeri6 15 HBS/CMD 1mg/mL
12c7 HuSert7 15 HBS/CMD 1mg/mL
r2c8 HuSeri8 15 HBS/CMD img/mL
S
s

END
DEFINE LOOP AB
LPARAM %c1po %cinr %cico %c2po %c2nr %c2c0 %c3po %c3nr %C3co %edpo %cAnr %cdco
TIMES 1
rlal AB1 500nM r1a2 AB2 500nM ria3 AB3 500nM ria4d AB4 500nM
rib1 ABS 500nM r1b2 AB6 S§00nM rib3 AB7 500nM rib4 AB8 500nM
END
MAIN

RACK 2 Thermmo_a
RACK 1 Thermo_c

detection 1,2,34

LOOP AB ORDER
APROG Regen
unclog
LOOP AG ORDER
APROG  Sandwich %apo %anr %aco %bnr %bco %c1po %cinr %cico %c2po %e2nr %c2co

%c3po %cInr %cIco %odpo %ednr %cdco
ENDLOOP
ENDLOOP

APROG Regen

APPEND continue
END
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