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AR
[0001] AR WIAR A — b/ F S5 AT 1 D A4 S e I A AR 48 4%, M T3l &t i ik
RIS, AT 3 I T R A AR 4% 1 9% 5328 i I 22 A T AR 4

BEHEA

[0002] A= &A% AN, £F 3 [ R BEE M E F A RN (GB/T 18645-2002) , iAWl 77 72
NABAER R R, FEERW, ERRRR L, REE R 596 BRI EE AR R
BCG 1924 5 MIEE G T 553 1 1R 2 X 20 TP AT e S 2, R AT F8 ok T E Tk
I B — b 7 A PR AERf , FFBEIX 43 N 53 07 A2 B R B 2 B R BCG (12 W /7 VA2
Wi T HA =B E X

[0003]  CFP10 FE[AIFN MPT64 J2 R A7 AE T 800 1t S5 4% 7 Bkt i B (Bl AR A 1 L 2F
RAGERZAT R AEHEI 7 BT B ) 5 TS5 3040 BT FH R 45 7% B 922 1 BCG TR PR il = IX e LR (B8R
THERYUER) o FFH CFP10.MPT64 T A{EAN S35 FRINH mide iz bt . Bk CFP10 &
FIAIMPT64 5 (A 1] LAE 2 Wi 309 A N B0 PR 2451 20 BT B B e S a2 il )
[0004]  FBEMAREHEAR B HHLOK, 58] TIRE K E. & 2N TREd4iel (sgnie)
A 2T I R S 8 2 RS A3, R ) R 4 e 98 A e A LA R A T . ARSI PR R A 25
FIERE, 5 T AW FORAT , BT R & S0, & TR PO 2 W fE 2 R
T ST 3 2 A A AR Y

[0005] 22 E AR WA S5 AT DL S e i 1R S AR AR 4% 24 T 1 SRR

REAAE

[0006] A%/ BH 1) H 12 2 FF— iRl 25 AT B BT 0% e R 4 AR 4%, fR el T T 45 4%
A TR A R S PR ARG, ANHERF VIR ZE 22 L R AIR Ik 1, AR X 70 N 5 302 BF 5 B gLk
NG,

[0007] AR BHIGHAE T IR R A A R & ik, i T Tl A A=

[0008] A% BH [RIAS I 25 A% AT B A4 S B AR S A A AR 4%, J2 LG o (0 T 48 3K B A 2R
(SPA) BRI IR G HIVE AR, LLGE R AT B CFP 1O FIMPT64 85 1140 B At TR T 4k R AE Ry K5l Bt
Ja gk (), Ffbid: 1e6 1B M FiEsk (C) .

[0009] A BHAS IR LC A il 2% T ik R -

[0010]  FH& B ZERE A 8213 (SPA) FRiCIRIR G H AR BIE Sxbrtl, T ou b G 4T
CFP10 F1 MPT64 FE A, #0077 42 1) J5U A% R IR 24k pET-28a L, i J 0 E 40 Tk A KT B
W, RIS T4 H CFP10 FIMPT64 & (1, A 44K CFP1O T MPT64 28 [ BBl il IR 4T 4k JEAE
KPR g () K 4- i i T oG /B A sk (), BIASR IR 484

[o011] AR HH A ZEAL I CFP10 F1 MPT64 &% A R I HT I, 5t BERr 5 M ARSI HE s i v
HOR T A G B, TR BCG BN 5 EN A &Pk . 440 CFP10 F1 MPT64
A DI & IR A GRS, TR T R e e R R R, R R T R BUE AR E
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[0012] AR BH G5 M B PRSI B A G i AR 4 OB BCRAE T RS IRy e e v L RS
i R ey RSE PR T AV IREE, T REX 0 N e B RIEGSE KA T BCG, ATk
PR 5 PR &7 RIE 2, B T AT R fR A, HOE TR AT B S5 PR, 355 TR I
PRIFAZ WAL 2 AR S AT 0 2 T 2 KA o

M (&35 AR
[0013] & 1 MR KGR A4t 45 R K o

BAXHEA

[0014]  "RASLifs] B 7k — 202840 U B, AN BRAIAC R B o AT AN 52 7] DL A
B, TEANT B A BH RS A0 0 D DU PR BT 42 T 5 6 AR R B AT AT e33R 7 A AR
R BR R A RUBCR) LSRG Y

[o015]  sEjifsl 1

[0016]  JRRAAR<EERER ()il &

[0017] L PP} R TTV%

[oo18] (1) hisf 1eG M HAL RS EAEMHE ARG R A A RBP4 16 W B EZ %
VR R AR A SRS A B2 AR A .

[0019]  (2) KRGl 2%

[0020]  SRAIFFER IR BIE JRE, BUREAL L i = A, IiN 100mL 2B 7 & Iml 1 %A £ R,
O B N Bl B 5 G NS R B Y 1 % P AR =4, RS ] A0 22 1 v o ) AL R K
TR PAR R IK 8, B2 2 Rl P 8, B S S T Ae e AL . AT P24 3min, 46423539 15min,
A 25 B8 KRN AT 2R 100mL . HUBE T LS IR 1R G kL (R~ 38 LA 73 B B2 I 3505
.

[0021]  (3) cfAk<bric SPA TREF il &

[0022]  HY 100mL =K, A 50mL F RS s = M N AR 7 5 CE (ERE ) P b 2%
b, FFE SRR AR N 0. Imol/L K,CO,, I pH 2 6. 2 s sHRIE IR 4 S 4 H Bt
BFRICHT SPA B o A SARPUARE L M 10 % 525871 BSA REREN 1%, Shafii
35min ;285 4°C, 3000rpm &L 30min, FYLE ; LIHW 4°C, 13000rpm By, 40min, 57 LI 0
N EFRPUAR TSR E B YTE 54°C, 13000rpm B0, 40min, 7 FIE, HEVEGR 2 ~ 3 Ik, &/)a
[RIUTTE W) FH AR DR AT RO AR o

[0023]  (4) <&k B 1 il & < e A0 0T ) 35038 41 4E J 3= N 0. 0lmol/L PBS (pH6. 2) +1 %
BSA+0. 2% Tween—20+0. 05mol/LNaCl Bl 'E IR 37 CHEAE 30min, HUH B IR A il
WA, TR T IRAES

[0024] A4 Kb FRLF IR BRI AT 4 25 AT B ik 0. 55em ZiAT B8 19K 4%, KR SR 22T o » FREURE
DB B N B R ) IR AR G bRid SPA FREHVE R P, A2 TR ARIR AT, ARG B A
OB YERE b, 4ACHCE 4h, fEARIEAE T IAT, RIH S hrEs.,

[0025]  (5) A T EAF5e e LRk a, A 78 BL R S8

[0026]  SPA 54456 IS AE pH HfE A1 0. Imol/L K2C03 £54 k5% pH R 4R 17 iR
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PG pH HKIKCR 4. 0-9. 0, RS 0. 5 4> pH AR —MIIEL &2 . BFE I 1mg/mL f¥] SPA
50 u L, fEPR 7% LIRSS, S FHCE 20 2048, ARIGEEL 5N 100 n L 10% Nacl W,
TRAT, SWEBCE 4h, WA G B E AR, 10 36 PR IFEA1 S A HE B — B S A pH, BECA
FERIARIC pHo

[0027]  SPA H5JMAEE G M m bR EME H L 5ml B LB T, 73 Al I CLif Rk
FEFRIC pH(6. 2) FIBEAAR S ImL, & B IK I 0.5.10.15+ ... 50 0 L ¥ Z 1. Omg/mL ¥
SPA, %45 FIRS), HiHCE 20min. SRS REFLINA 100 1 L [¥) 10% Nacl %, =il T ICE
Lh, WAL, B IR R b S &= R B R AR il =

[0028]  (6) A GAric SPA FREH %%

[0020]  FIFH Formvar JI5 [ 457 9 il B G b 2 VSV, 2P T8 G B 9 IR 5 4%, I 5 i 45
s,

[0030] 2.%45%

[0031]  F A4 B IEE SPA Ji5 75 HLE% T LSS, W WL 0ks o1 Ji - B 6t iROAIC 5 B2 = e, 3
AF <5 JURE 2 T W BT 8 1 )7 o

[0032]  SEZjfafs) 2

[0033]  Z5#%HT B CFP10 FMPT64 £ [ 55 PR 1) b e 3Rk J& CFP10 Fi MPT64 £ [ 44k
[0034] 1. BPRl5 7%

[0035] (1) WAk Aok

[0036]  Z5A%AT TR S19+ KWAAT B DHSa K7 AT B BL21 (DE3) Fl pET28a+ i 4Ak i 4 Fi ik 22}
B 11 7 5 EARAF, pMD18-T simple vector M H TakaRa A .

[0037]  (2) AHKAr A 2=HelE

[0038] 4 &L DNA FIF2EL . PCR 318 L JFURE S840 KT B I A2 25 2% VA L ook R 25
PRAETE OOy FRole) TR 5 ikb AT T4 FEREEE . DNA FA [l e Ak 2 I Ud B 15 8047 (I
H TakaRa Zv7) ) sDNA 3 P Z&4T L s A2 A TREA F) 58 o

[0039]  (3)CFP10 FI MPT64 JE R4 18 % v [

[0040] il 5’ i A FRHIVE N UIEE Nde T A7 50 L5140 -

[0041] 5’ —catatggctgatctcgcaaagatcgtt—3" Fl

[0042]  Sal T EEUIM S H FHES 14

[0043] 5’ —gtcgacttacttgagttcaaccaagge—3’,

[0044]  DAZEAZAT B S19 ZEERIZH DNA R o Bt 4 38 CFP 10 FI MPT64 ZE K o [ N 4& 1 :95°C Tl
ApPE 5min, 94°CAE M Imin, 58°CiR K Imin, 72°CZEMH 1min, 30 NMEFF ;55 72°C ZE{H 10min.
% PCR 7=4) 5 pMD18-T simple vector 2% E L FUki pMDCFP10 FT MPT64.

[0045]  (4) 41Tk pETCFP10 FI MPT64 (144 3

[o046]  FH PRI A VIEE Nde T 5 Sal T [F]IN 4L pMDCFP10 1 MPT64 5 pET28a+, 43 Jil ik
Ji2 [E| e ik, CFP10 F1T MPT64 54k TEAL I pET28a+ JL[R F B o FH T4 SEBRg A8 2 3E8E, i i
48 JF ki pETCFP10 Fl1 MPT64

[0047]  (5) ZX A% SDS-PAGE 43 #7 J 4lifk,

[0048]  f4 EZH SR IAFURL pETCFP10 F1MPT64 #4546 K it B LB21 (DE3) H, Hk X PH M v B
7E LB Br &, 37°C 180rpm ¥R 8575 40, M) 1 ¢ 100 Ry LL BRI 2 oml LB #5980,
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3T CHEFESR ODgy = 0. 38, I IPTG ELIRIE Immol/L, 5 S E L 4h J5 W H . #F 1. 5mL H K
BLETIEMAN 50 u L KRR 50 0 L 2X SDS & (3 FREZEMR, 3% 1R 5k /K 15min
Ja RSB0, BB 20 u L BEAT 12% 1 SDS-PAGE 4347 o B4 2 IR &5 & R A 4l Ak o] AT v ik
A, AR EAENED, SRR R —E AR

[0049] 2.%45 %

[0050] 1. CFP10 il MPT64 £5 [4ii4t 5 SDS-PAGE #6:ll

[0051] ¥4 ZHr4lifb ) CFP10 FMPT64 & (A4 SDS-PAGE ¥ o] W, — I Wi 45117 , Gt 414
4l 96%

[0052]  SjEfe] 3

[0053] S5 it o 1 O 5 B A S p U AR IR A0 4% 20 26 S ik

[0054] 1. ¥kl T5i:

[0055] (1) #4 Kl 2992.903.8964 % #E 4 (sample pad) . Ahlstrom 8964 % 3 18 4T 4k
i (conjugate release membrane). Sartorius CN140. AE99 Fll PRIMAGO %Y fiff li& 4T 4 2%
i (nitrocellulose membrane) 470 F1 2727 %Y W 7K # (absorbent pad) .6cmX 30cm,
8em X 30cm & PVC JEAR YN il S hr B RHE BRA 7 7= i

[0056]  (2) FFAHE AL B

[0057]1  HRALJR AL B ESEAN 0. 01mol/L PBS (pH 24 7. 4) MIA 0. 05% 1 Tween—20 Bt 1]
B, 3T CIRVE 30min, BUH B H IR A4 Pl KT8, THRAM TR EH

[0058]  (3) AHERET 4 AL 2

[0059]  KEAHERZT 4E MR N I EZA TR N R 10min, BY 0. 01mo1/2222LPBS (pH7. 4) « BSA,
Tween—20+ NaCl . TR I B2 i IR 1 o J (9 AL B, R T ¥ VR IR B 26 pH BN 6.5 /20 s i
37°C#ifl 30min, PBS PREEUR, B TARELM N RAT, MR T8

[0060]  (4)T & Jx C £ milisis:

[0061] K&l fb. 4 () CFP10 F1 MPT64 & A RN £ 1oG FH B LR R P 73 il F B 28 i AR K
B o SRR CEP1O F1 MPT64 2R 1 N BIODOT KIMSEALWE Sk 2, [& 52 70 BE Al IR 2T 4 it
NI 1. Lem AL E b, FREEF O RPTAE TeG CRIINARIT ) SiRPi=E 1eG (RN ZERT ) %%
O\ BIODOT RIFRALHE K 1, [ & /EEEAS PR 4T 4E N T %% 1. 6em AT E o T 45 C &R HIE
549 5. 0mm, ZE030 1.0 1 L/cm WELERSFREAT 4R I o o CUBTUTF RORHBR 4T 4R L 4 °C B 7 A
Fa&H.

[0062]  (B)T 4k}t C ZescAHIttAL

[0063]  W&'E JLALAIRI PRI X IR ETHEE I T 26 (KINER ) A C £k (FRissk) AT
oAk, 3 AR —E W S FRIRE (T 4R FIAgRE (C4) . JFXT T &S C LMk aE .
W o 1k P 5 PRl R AT A

[0064]  (6) TRACEIIZH2E

[0065]  F2 MR JEE MR L R 5E [EAE Al 8 G bR RS PR 4T Y 2% I B W K 4RI R T, Boe FF G sk
(R BL R 25 FHOC B b 28 o AR LT BN IR £T 4E RS 21 PVC AR b, /NP I T . K
SRR SIS R AT YEE N ISk ) PVC JRAR Lo B RE H A — B EBAE S bR ks 3
PVC JEMR L, FFAF T KK 40 E — 5 7 S A IR AT Y- T I 4 3 PVC Ak L, JF
XFFHRY . FHUISHLUI 3. bmm 8 (1R AR, 7820 XK DI AT B AR 8850 i A 2
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[oo66] 2.4 5

[0067] X — R fp Ak ILYF5 3 AS 5 0 78 1) 28 1 R AR 4% BN AE X, B i T AR TERH IR 41 4 22 JI
I R e bR R e AT, AR AT 4 R I TSI T 40 C 2k

[oo68]  SEZjiffsl 4

[0069] ARG HUAAH IR 48 4 ME BE 1N 52 % SE ik

[0070] 1A EHUARINR 404 UM

[0071]  HKFTED 4 532 0L #2240 M5, ¥ AR E] 4000 £%, AR SR 404100 2
RS R, MG MRE DR I 4000 A5, IRACSAT I B AW (Al 1) s, 1.2
XTHE L 3.4 S FRE 2000 B I yEREINZE R, 5.6 Ay MRE 4000 B ISR EE R AL a4
[ RBPERT AR E K.

[0072] 2\ fARGEHUARIINR 404 EE M

[0073]  HEAT 8 RE G M, K I &5 FAH 3, Wz R R A EE M

[0074] 3. JRAEHUAR AL M

[0075]  4°CJSUE AT IS AR < A R A 2% o S DABR AE PR P A ARSI, 45 R 57 60 R LAHT
()35 AR 1 PP s R IR B AR & B 1 1T
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