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1. TgG PriAsE MR — e IR M AL & 2 1, R IR T -2 TG PSS ARG It i R
B AA I Rl A B

2. BUREK 1 Tl 1) TG B SE AR — il B R B ml & 0 1 I il o8 07 v HRRIETE T,
SABIT -

(1) 4 TaG PR IR I PR RH Al 1 5% o g 22k DR e 9, SR s R A TR A 2800

(2) HEAEAk Bt e IR B, 228 B 20 AR A B REZE AT B BRI R

(3) £ G418 P I 1k = 5 VIR IK R FK

(4) BEFRBMR, B TR TeG HUASE AR — Bl BB AL & 22 5

(5) HRHXAIA TgG HUARSERIIR — B I i R B fk & £

3. MRIEAREK 2 Prik il & o732, HRp b4 T, BB~ , AP IR T -

(1) T EE A AR <8 S AT 70 WA R P kI il R KT 9 AR Ui 2 1 PR ) 1 P D i D 1)
frmiSac T K Pst 1,281 PCR 38 A7 N- {5 5 IR A C— A sy R R RO P 1% 12 T ik
WA R TG HUARSERIIK T UF s8R 5 10 TG ARSI FH K — Bl P % IR IS5 ER1 B Ui R0 T Ui
FRAE BRI ME N BV B A7 S Not T, i PCR #7739 34 A\ pPICIK ) Not T 47 /i, #4 7 HE SR
RFRIEZAK plgG Ab-AP/9k ;

(2) HLEAL, F LIS i T I TR FE

Ok H T 4778 B o BE B TR P, 6 A0 T 5mLYPD B5 9555, 30°C, 250 pm B 75 i 4, 191t
WIGETRY) 5

@HL 100 ~ 500 p L {1 8 55 7244 Fh 2 500mLYPD 857531, 30°C , 250rpm 55 75 £ 0Dy,
IEE 1. 3-1. 5, fF R ;

@B T 4°C,3000rpm B0 5Smin, 2R J5 H 500mL K T4 I 0 B 7K BB A

@ RGBS L, HT 250mL UK FIA I B 7KK AR DT TE B A

O IRGE L, AT 20mL DR IA ) IM I 1L AL TR AR DT e &

©F RO E L, H ImL DKTIVAH IM 1L B R R B4l s ok b s

O 1u g4 Sal T LA pAb—AP/9k 24 DNA AR 80 u L 488, ¥R GV 2
A B R A

@HLEEZH 5 1500V, 25 0 F, HLFH 200 Q ;Gene Pulser Xcell HEAEHEAT B R
RERJHLEAL, 4 B B 3 AN B HE SRR

@I i 2H 28 PR i B 2B SRR () LA IR Ak 1 R M Ak i B 4 S B VR AT Bk /D 21 28
BRI MD B R AR b, 7F 30°CH¥ & 48-72h ;

Ok EL MD AR P B PR 7%, 30 B 7% PCR EER B 8 2 15 5 JE R 2 35 2, VB3
A5 R R BEE R VR AT T — P RAE

(3) fiffi ik ¥ VIR IS B AR F Edb QL0 E IE A 1) 5 7%, AR AR s FP T3 AN A G418
WRPZI YPD “PAR I, 30°CHE % 2-5 K, IR G418 Bk vk ;

(4) FFRE SFEE G418 Hs Jy i ik 1) 5 DU BV, R0 T BMGY B3 95551, 30°C,
280rpm B FEZE 0Dy i5F] 2 ~ 6 ;3000g B0 Smin PCEEAM i, F7J ik, FT BMMY 15973 R
ZH g, % N\ BMMY #5753, 30°C, 280rpm 153 £ R IE 5B 24h A In— Ik A 22 AR R FE A
0.5%,120 NS EEFRIES ;

(5) FEHLAEAL -
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OB S 5 KB, 4°C, 10000rpm, 2.0 10min ;

QU FiE, R 0. 22 u m B U, [ Millipore ABYERE, 4°C, 4000rpm, B> 30min
W4, 12 IRAG R 5

@)% 10mL Ni-NTA ]\ 2. 5X 10cm #1747, H 3 DMAERAFBI M A 7E 4°CHEATHET

15
@ R 25 KB EAE, T 6 ANFERARB 20 B IV
GO 6 MEREFZE I C Pl B
@fFHMillipore HJERE, 4°C, 4000rpm, 250 30min ¥R 45, IR 46 LL 0. 01M TBS #i k¢,
IR
@) ¥ #5 B WL AN TgG—Sepharose—4B ¥, it 3# 0. 2m1/min, BL 0. 01M TBS ¥ £ 0D,
<0.02 415, RJEHH 0. Imol/L pH2. 3 H2d R — hER 2 i pEML, Yiii% 0. 2m1/min, YCAEYE
T 5
@fdi FH Millipore #BJE#%, 4°C, 4000rpm, B5L» 30min R4 .
4. MARBORESK 3 Prik (il 24 732, A EAE T iR Gyl A & 50mM Tris, pH 8.0
(RIVATR, Forh, 208 1omM KM A2 0. 3M STALAN .
5. MRPRRCRESR 3 Pl (il &5 77 v, SRR IEE T < Il 2P B 24 50mM Tris, pH 8.0
(RIS SEHP, B 20mM KM A2 0. 3M SALEN .
6. MRPEACHELK 3 Pk il e& 732, HRHEAE T Tk G2 C 24 50mM Tris, pH 8.0
(I, Horbr, g 250mM KM &2 0. 3M S 4k 4.
7. BURVE R 1 TR TG PrAARSE AR — B8Pk i I B mi 5 25 VR A AR iU IR H T iz
I IR o
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| g6 HURFEFNAR - WL BRI S E R

AR
[0001]  AZ WIS K—FhREVE N B bac DU AR H] T S I E 1Y) TeG FUOARIAAR — Bk W R i
RiEHE A, B T TR

B

[0002] 7 *F % B8 B (Alkaline Phosphatase, AP) Fll 3 AR if & 4L ¥ B (Horseradish
Peroxidase, HRP) &R %72 (enzyme—linked immunosorbent assay,ELISA) H&5 A
W b ic . 7 ELTSA R, AP ARG I RUR M — = TN HRP &4, 7 A{E R
AR AR T AP BUHELT B sl B2 )70, FeE M4 HRP AR, #8482 HRP i, il & B 45 5 V)15
I HRP ACSE SR A, PR A 78 ELTSA A — R38R H HRP.

[0003] g B BRI A S Pzl i PR A b ic P I, 2 B A A N A B S ER o  FH
Fric BT AP A AU, 43 70 K BT B s A S B B2 B, 2678 i il P Bl R i L v o
& 2000U/mg 25 [, KMWAT i o 1 e B i L 75 40-60U/mg 25 o KA B8 JEUAZ AL )i AN e
X A BT L . P A) AT R B AP WEPEH L Aspl01-Ser102-A1al03 J7 41 FE AR 5 o
BHEEAL T BE A2 5 L P I S B R R, (H IR RIS BIESK .

[0004]  H#if, Fe B bRt 25 77 22 R DD Re iR (e — 1, i e 656 ) itk
LRI, 12 UL TR S G — BORA R G BN PLiE. B 4550 iRA U
S EEA 2 ELTSA A 55 5 IR0 B PR 0 a2, DR 22 T ik, R4 S5 e W BT [0 A 03 S i
Wept o HIEES BT IS S AR BUR S S AH N IR AH TR, PR T ek ALK 45 5 380 [ A i
Pt E, W& SN T LAl Bk, R4 Puik 5 R FRd 7 i E A8 4k
L2 PR TRAE i BARBE A A A BSOS MRS, Bk - B S AN K —, BRI B
ST ARSI R R

[0005] 7| FH 25 (K] TR 5 AR A 7= G0 5 I 5 b i FH I, 1] 25038 AR AR oy B d 4l i AL =
1 MRS BIRF G bR id EoR Al B I — S0 Ae. T bRic By B3 5 HUiAR & RIS 1 77
2%, A v IR 27 AT BRI B 77 V2% FA) B i

[o0061 v | S g i M W IR N 5 B A4 k5 R0, B H RTIF 9T 32 B A TP AR SRR DA
(ScFv) b AP fil& 85 3 IR, (2 R4S TN — b Jo sl 22 i) 25 AH N R R 5 B AR, FEASBEERAS
{ER PR - BERl & 2 A S AR id 2. R, S H—MrlgE& 2 M —sm st s
it LA Rl & 2238 7 R )4 S e Bl A 1) AT B

[0007]  TgGHiiARSERIL ok B A & BB & 11 A (staphylococcal protein A, SpA) [ 27 &5
s o SpA Jhy <o v (0, % K R 4 O BE 1) FRLBE 2 IR, 4 1208 42kD, Rl miKAEH 456 A
REEZ PN 186 1) Fe Bt, HIXFP LG AR 166 ¥ Fab B ST 5URE 7 MR 454 1) Sz i 1
R SpA X —FEME, SpA A TSz ik 8 B AL e BEPUA I 284K, 184 2 Fibrid4) (HRP,
AP, FITC, IR 55 ) ABIBARIc FH T S 2l iE s B8 SpA 55 1gG S5& A2 P BR i, Bepx A T
27
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ZBEAE

[0008]  #15%f FIRILAHIA, A% 8 (1) H MIAE T H2 it —Fp J0 75 TR bR ic BRI AT A 1 i s )
E W TeGCPLARSERIAK - iR Bl & 82 (I1gG affibody—Alkaline Phosphatase fusion
protein, faj’ 5 1gG Ab—AP) .

[0009] AUk BH 2 I LR R AR T SRS -

[0010]  — 7P TG i M 2 FIK — B P 5% R MG jll & £ 10, 2 LoG Bie 7 23 AR IO R0 i 1 Tl 2
B R R S B A, &7 R B 5 TeG HUAAk I 45405 HE A AP AL E 1, H — %
FRidBe o 1 1 sazfhG 8 B BB LTS 4 386 £82U/mg 5 5 4y TG Fi A4 11 5% T %X
Ka <2 6.7X10L +mol ',

[0011] AR TgG PUARSERIIK — Gl i PR IR & S (48 05, P IRIT -

[0012] (1) K 1gG HU 1A Sy PR T DRI RH A A 1k 1 T 256 DR 42, AR A T T A 1

[0013]  (2) M4k TR EE SRR B, 16 B 20 A 35 B R RESE R 20 B IR B RR:

[0014]  (3) 28 G418 itk s Jyiiiidk =45 DI AR IK RIAK

[0015]  (4) BEFRBME, 5 FaRIE 166 HUMSERIIK — ook i PR Wi ik & 2

[o016]  (5) HEHXAAL ToG HUAASEHIK — Gtk i BRI R 22 1 o

[0017]  BAKUIF -

[0018] (1) A ZREEAH B A « By Se 10 7 b PR Mg P Bl I I 2 R 9 R0 Uit 4 38 PR 2 Py D) g
DIEILL 55 Sac T K Pst 1, 28518 PCR ¥ B4 ANHY N- 155 K F C— Ry F IO P ok 1k e 1 Tl
FE, B AR B TeG HUASERIK T U7 s 2R 576 196 FUARSERIK — oIk B BRI B8 L3 A
TR AL R0 N YD TRIAT 5 Not T, 33 PCR ™3 374 A pPICOK f Not T o7 i, Ko7 EE AR
W BERIRBUA pIgG Ab—AP/9k ;

[0019]  (2) HLEEAK, FHIEHUEES BN TRIFE -

[0020]  (DFRER I8 e Sl e R A B 78, F5 A0 T SmLYPD 15 9%3 1, 30°C, 250rpm B FR 147
R 5

[0021]  @EX 100 ~ 500 1 L Fd & 85 724680 42 500mLYPD 1575551, 30°C, 250rpm K575 52
Do 5% 1. 3-1. 5, FHEI 5

[0022] QKT 4°C,3000rpm B0 5Smin, 2R 5 H 500mL JK VA 0 B 7K Bk B 1K
[0023] @@Ly, F 250mL VK FA 1 T A AR IE R

[0024] B EREE Ly, F 20mL UKIA T IM AR Ll ALK R AR DT e B

[0025]  ®#ABBEE L, A ImL UKFA T IM AL AL SR B R D 4l E T ok b
[0026] (D 1u g Sal T £PMEALAY pAb—AP/9k 44 DNA JIAF 80 u L 41 fiurh, iR 5
BRTA T HBREMg T

[0027] @ HLFESEL (HLH 1500V, FHZ¥ 25 1 F, H1BH 200 Q ;Gene Pulser Xcell AL #E(THE
TP BRI AL, ¥ B SRR S N B B R R B

[0028] (9D ixk 2H % 1 ik FFa 00 5740 1) L AN B Ak 7 <4 R A i %) 400 o 7 R A7 31 e />
R 1) MD IR AR b, 76 30°CHFE 48-72h ;

[0029]  QOFKHX MD P [¥ 1 B 55 B 7%, L B 74 PCR ELEAS B a2 5 S AR A0 35,
A SR R B A R TR AT T — 20 3 E

[0030]  (3) Wik i ¥ DRI B AR < IR UE E A S W 7%, FARR A M T & H AR

5
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G418 ¥ (1. Omg/mL—4. Omg/mL) ] YPD “F4R b, 30°C 5 9% 2-5 K, I G418 Filh el
[0031]  (4) iBEFEL BT G418 s STk i) a5 VLB V% (GA18 ¥R FF 4. Omg/mL AR E
KRR ), B AT BMGY B 7736, 30°C, 280rpm B FEE 0Dy, 153 2 ~ 6 ;3000g .0 5min
WCEEA ML, 572 B35, 1 BMMY 3577258 S840 i, 5% N BMMY 57555, 30°C, 280rpm 15 R 8E
TIE B 24h NI X FEE 2R FEERZN 0. 5%, 120 DINEHRIFR S

[0032]  (5) $RHXZ4L -

[0033] OEES)GHIAEER,4°C, 10000rpm, .0 10min ;

[0034]  @W4E B3E, JFH 0. 22 um yEEIEJE, 4 F Millipore €Y, 4°C,4000rpm, &L
30min WA, 134T RV 5

[0035] (@)% 10mL Ni-NTAfE| X 2.5X 10cm =74, H 3 AMERARBIK 22 /i A 7F 4 CHEATHE
P

[0036]  (OHi 4 R EAE, FH 6 DMEREIR MR B B TE

[0037]  ®H 6 MEREFI M C Pl H & E ;

[0038]  ®# F Millipore #JE#E, 4°C, 4000rpm, 250> 30min 45, F K 45 LA 0. 0IMTBS
Wi e, AR RV

[0039] (DK FR BN 1gG—-Sepharose—4B %, ik 0. 2ml/min, LA 0. 0IMTBS ¥EE 0Dygon,
< 0.02 M1k, AR S5 H A 0. 1mol /L pH2. 3 H &R — FRERZZ MR PVENG, YiLIE 0. 2m1 /min, RCAEVE
IR

[0040] @ 1{# F Millipore j# JE #%,4 °C,4000rpm, 55> 30min W 45, B 13 TG Hi 14 55
JIk — B R PR RS B

[0041]  FrRZEM I A & 50mM Tris,pH 8.0 MRV, Hir, &4 1omM BEME & 0. 3M &4k .
[0042]  FTiRZEME B A 50mM Tris,pH 8. 0 ISV, Horh, &7 20mM BEME % 0. 3M G440 .
[0043]  FrRZEm C &y 50mM Tris, pH 8.0 MV, Hrb, &7 250mM BEMe &2 0. 3M &4k
B

[0044] 28 BRI TIEAR R ToG G MR — B B RR Rl & B B oA M3y — M, o
A RAC BRI T8 S B2 5E s 4F Dot-ELISA ¥l % 1eG Pk, 59 bR ic i Ak
TgG-AP Kl R AH 4

[0045] A EHI) TG 28 MK — kP Bl B2 Mg 5 2 A M) FH BB IR BEERAK 1), A B 24
V), SLAR R IR Bl v M v T AN R T AT T4 ) R SR i P 1 1 1 o

[0046]  ASJ B2 A AL DR TR B R B PR skt ) B g LARE& 1 77 ARk, AMHEE
T B HARRER IR S B A B AR AT I, Ty B R 1T B Ak KR s R .

[0047] AU BB PR B EE I IE R 5 TG S8 IR 2 MG 3 TG Si6 TR — M o s 1 i /5 £
1, IR EL 8 M SR B AR IR G R — & ARV AR 5 TeG SR 4541 T
AP HEALVEVE, o i bR id BUw] TR Szl o2 s AN, TeG S8 MIARAN 5 1gG [ Fe Bi4h
Gt 15 TeG AR e, HJG 75 R U — b I i o) 25 AH N R B B Ak

[0048]  HHFStHIAR WA, SpA BEFRA )32 —H1”7, AHRE SPA CAE N —Fh “) 2 =H1” 8k
“CRHARTHU AN E P N {H SpA 1 TG 5SS TSk H EL Dy AL B C 5 AR RV
1gG & & a5t . WFITRIN, T TeG 454 Fif AN 5 TeG 1) Fe Bi4i &, th 54 TG 11
Fab Bt (WA TgGL I F(ab’ ), &if. NodIRH ¥, UL 27 SRR S5 F A SpA (1) 5 4

6
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[FIJR TG &5 S5 HI AE TG &5 & G 70 52/ 2 14kD, 3R T SpA 155548 TeG 1
Fab B 45 & 1B . BRI A KRR S 16 Fe By 45 & W) 77 25K, —1 G PR g Ak, &k
Gt TeG 1y Fab B SHUSHER P45 A U0

[0049] AU B TeG SR MUK — Bt B e My it & e 1, AT TG o MDA RH B M B35 1 i 1) A=
W R A1 BT P T G R, FLICHT M A 4RI
P 7, AR 0 A9 1 P 7 0 MR

B =1 152 AR

[0050] K& 1 4 A RlG B A IR IR IA8UA pIeG Ab—-AP/9k HITTHRLK]

[0051] & 2 4 TG Ab-AP 5t — i -Hifl TeG—HRP 157> &5 & R M brifE Hh 2k
[0052] & 3 0y TG HUASEANIK — Bl B R MRl & 52 1 WL 555k 1eG-AP il 9 TG Hiik
fRI%F s =

[0053] AR B KRG FREERIBC T 40 R

[0054] YPD :1% east Extract ;2% Peptone ;2% Dextrose ;2% Agar ;

[0055] MD :1.34% YNB ;4X 10°% Biotin ;2% Dextrose ;1. 5% Agar ;

[0056] BMGY :1% Yeast Extract ;2% Peptone ;100mM potassium phosphate buffer,
pH6. 0 ;1.34% YNB ;4 X 10-5% Biotin ;1% glycerol ;

[0057] BMMY :1% Yeast Extract ;2% Peptone ;100mM potassium phosphate buffer,
pH6. 0 ;1. 34% YNB ;4 X 10°% Biotin ;0. 5% methanol.

BREEAR

[0058] NI 45 4 S i 3] Xof A R A — 25 1A Ui A

[0059]  SEHlfF] 1 1gG USRI — Bl i s fal 7 2 1 5 DN e s 2 A fr A s

[00601 Ay 5 i 11 % PR I3 55 BA] 15 TG o3 RV IR S BRI 26, 1 516 A 70 WA R ol 1 9% TR il 2 1A
(secreted alkaline phos—phatase,SEAP,GenBank Accession No :U35316) LAl T4
LEFR#IMH N PIEED)EN467 A Sac T M Pst 1,181 PCR 4y WA N- 12 5 Kk & C- Kigd Bk
I BERRBE LR (1467bp) , 4N 1eG SRR NilF (DEZZ18 [y Sac 1 K Pst 147 50) 58—
1E TgG 2R Ak ~AP DA iR B B (R PR A TR P DI DI i Not T, 3@ 1L PCR ™I FF4f A
pPICOK [ Not T A7 ki, # 5k B R8s BERIE B A pleG Ab-AP/9k, U1K 1 7R

[oo61] S 2 R A Ak B M0 7 B R BE GS115

lo062] 4y {12 CLAT KT B G115 ATk pAb-AP/ Ok JFBIL I 48 2k BB 41T, B4 8
i Sal T &4k, 1§71 Gene Pulser Xcell WA HIFALIEAT -

[0063] 1) PhHLEEEEA R TR, Fefh T 5mLYPD K595, 30°C, 250rpm B IR 4%

[0064]  2) HX 100-500 w L {y L B85 FR Y42 AH & 500mLYPD B 7#3kh, 30°C, 250rpm 772 2
ODgpo IEE 1. 3-1.5 5

[0065]  3) KBV T 4°C,3000rpm &L 5Smin, A 500mL UK VA ¥ B 7K B R R K

[oo66]  4) #APUR 3 BEL, F 250mL YK TV 1 J0 B AR B AR DT E R

[0067]  5) #APUR 3 B, A 20mL DR PRV (¥ 1M I 1L AL 1 (A D E T

[0068]  6) HF U8 3 B0, FH Il VKTV 1 1M i L1 AL T B A A MR Ok I

7
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[0069] 7) 2y 1ug%tSal T &AL pAb—AP/9k 2544 DNA I 80 u L 4 g, FiR G &=
SURCIIIEER 2 I NS

[0070]  8) %M Gene Pulser Xcell HIAL{UIRAEEIK, ST Se AR BRI HL AR 4L, 2 H 2R A
SABIE SRR

[0071]  9) i jot 4H 2l PR ok F 28 S AR 1) FL AN IR Ao 40 B 57 R R AT 21 k2D A 2 R 1)
MD e AR E, 76 30°CHYE 48-72h ;

[0072]  10) BREX MD “PAR [P B s 7%, ok i 7% PCR A S i e i SRR 285
[0073]  SEjiifAl] 3 vai% DURIPR I 1 & H IS A R I

[0074] 24 T 3kAT E#E VLR ZE R TR, 480 FH 648 I D AT 0 06 o 5 300 0IE IE A 1) SR B %,
AR SR T35 ANIA GA18 IR YPD PR o s BRINS, 722 8 G418 ¥4 & HARC 2] v Wi s A
SR, 30°C TR

[0075] Wi ik G418 (4. Omg/mL) Ji Jy 0 3% ) fmr ¥ D1 BRIV, B R0 T 25mL BMGY A7, 30°C,
280rpm 575 4 0Dy, 153 2-6. 3000g B> Smin WA M. F52< B3, ] BMMY B 5 R B R
YN, % N\ 50mL BMMY 1, 30°C, 280rpm 5 F 4 I RIA 5. BF 24h HUFE ImL, FAMIN— K B E
Z B 0.5%, 120 /NN 5 HRE S .

[0076]  SIjfs] 418G HUARSEFUIR — Bl B R Mg ik &t A i 2idh

[0077] 1) BUE S — @ W IR R, 4°C, 10000rpm, &Ly 10min.,

[o078]  2) W4k b3E, A 0. 22 um JEFBL L 98, 8 F Millipore EJERY (B> TE N
10kDa) ,4°C, 4000rpm, &5 30min K ZqE .

[0079]  3) % 10mL Ni-NTA fEIA 2.5X 10cm #:77, [ 3 MNMERAEFIZE % A (50mM Tris,
pH 8.0 ;0. 3M SALAN ;10mM BKME ) 7E 4°C R TAE 147 .

[0080]  4) Wrikdn RIEM LAE, FH 6 MERAEAM S (50mM Tris, pH 8. 0 ;20mM BKM: ;
0. 3M & Abah ) 1EP.

[0081]  5) FH 6 MERAAFKZEM W (50mM Tris, pH 8.0 ;250mM BEM: ;0. 3M S4b4h ) ¥k
it B E .

[0082]  6) ffifI Millipore iEygss (#4124 10kD) ,4°C, 4000rpm, &L 30min IRHE,
PG LLE Y 0. OIMTBS ke o

[0083]  7) ¥ 5 I8 6 ¥ N\ 1gG-Sepharose—4B 1, i i# 0. 2ml/min, LA 0. OIMTBS ¥k %
0D280nm << 0. 02 Jy 1k, # 4] 0. 1mol /L pH2. 3 HZ& &R — SRR 2w, Viid® 0. 2m1 /min, i
EEVEIE o

[0084]  8) f# I Millipore sy (HE4rT &M 10kDa),4°C, 4000rpm, Z5.Lr 30min ¥R 4q,
12% SDS-PAGE M A4k 250 4 o

[0085]  SLjiifs] 5 TgG HULASEFUIA — Bt P 1ok R B il /5 £ 10 9 Pk S8

[0086]  TgG LA IR — ik Mk i PRI Fik & 2 12— XD B 8 1 0T, LA ol ke k12 g ) 4
IG5 TG PLiRsh & gt

[0087] i sk 2 it vty P N i B

[0088]

N IgG Ab-AP
4-FH B AR PR > e > 4 RYE RSP
2

8
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[0089] 360 1 LpNPP ¥ (50mM 1 Tris—-HC1 4 2mM £ & &%, pNPP K & 0. 25 ~ 10mM,
pH10. 0) , M IgG Ab—AP ¥ 40 1 L (BCA 52 &, el LAY A F) ), 37°C )R V. 10min,
3. 6mL1MNaOH £ 11 [ B, Il 5 405nm ¥R 6 {E

[0090] M JJERAT AE BIRSAE T, B84 Lumol /L pNP T 5 BE & 2 0 1
AEMERAL (U)o Img AT BEIRT S E00R M LY )

[0091]  AR¥E A THE &S 8

[0092] U=MXA'X e Xb

[0093] 3 7, M = IgG Ab-AP Bt & | H i EA = 40mm W 6 Fie =
18700[LXmol™ Xem '] sb = Llem 890 5, 1gG Ab—AP fill & &5 (1 1 sl 14 % % Mg LU V8 0 4
386 +82U/mg & [, LLId JJ iy T 1785 KT i S B R SR P 1% P 1 o

[0094] 54 1gG HifAsE g T2 -

[0095] 1) ¢ TG HifA B4 BERARE G (100ng/mL) CL4% BEARAR, BFFL 100 1 L, 4°Cil
BB, TBST(F5 0. 5% Tween—20 [¥] 0. 01M TBS ¥, pHS. 0) X 5minX 3 X ;

[0096]  2) BEFLINAE I 200 1w L, T 37°CHf 4] 1h, TBST X 5min X 3 X ;

[0097] 3% 4fi fL (%) 1gC Ab-AP il & &5 1 LLIE M B E W B )5, 5 W 3t &
TgG-HRP (1 : 5000) #AABILL 1 0 1R s BIRIEA 1000 L, T 37°C NS5 &
1h, TBSTX 5min X 3 ¥X

[0098]  4) HFFLINA TVB JEEMIVE 100 1 L, 37°C B8 G 10, 2440 IR AL H B0 B St B0 S S
FLIIAZE B3 50 1 L, T 20min P2 450/630nm ;

[0099]  5) ARG TG HUARMIFL A FE, DU INLEESTR TgGHRP FLIY AL/ TEA B,
B, IMAANFERRE 1g6 Ab-AP f& 8 5 1=EPT %R 1eG-HRP JRAVEIT Ays0/620 fE 4 B{E. LA
IgG Ab—AP &4 I IR EE 002 (—LogC) A RiALKR, LLILAEdi M TeG-HRP [ 734543 (B/
Bo% ) AYNAAREK, £2 hIFNHIBRAE H k. Wil 2 Frs. Mi2EdiR 1eG-HRP 5 44565 50 % i)
FITXT NI TeG Ab—AP Rl H VK FE (RIS, BI0h TeG Ab-AP GG 80 A 51 TeG HURHISEFIE L.
[0100]  Z3l5E, 1gG Ab—-AP &8 5% 16 PRI EMH % Ka < 6. 7X 10'L » mol ™',
[0101] S 61G PrAARSEAIK — Bol Itk A PR IRk & B 1 7E Dot-ELISA A

[0102] 1) HU NC B FHETZEAELT AT 7 4% (Bmm X 5mm) FEAEGFAHNARIC 5

[0103]  2) W4EREAN 0. 0lmol/L pHT7. 4 [f] TBS 1 15 ~ 30min, B H FH uE4E % T ;

[0104]  3) W BAPLKPIAE (F TeC Fidh ) A0 BEBR B 2 TR

[0105]  4) fNAE 0.5 0 L TAHMNAS N, 3 A AR T8 4 NC B SN JF A 4R 9 1A
30min ;

[0106]  5) W F N PRSI H = eI 3 UK, BHIK 30min

[0107]  6) FHIELNIR T, Bl A BN BEAR G T AE (L=EPi e 1gG-AP, 1 & 2000) B% 1gG
Ab—AP ¥ A, E iR YR 30min ;

[0108]  7) ¥4I N PR T IR BEI 4 IR, BHIX 30min

[0109]  8) ¥ B jv ¥ A BCIP/NBT it It i 6 g (2 (0 v, FEHR W 25 F T 78 40 W, K
PR B, TN ZEARK A 28k N

[o110] il 3 iR, 1gG PriAsE AR — BB R AL & & 5 B P15 [eG-AP Rl &R
A,
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