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Lo =P Al 9 A< SR PR 7 S BT ARSI A, SRR AEAE vl A R A SR ik i 1 1
G 5 JE BRI - L SR B AR B S RN DL R R KB BTk 25 A VB R B T
FRAC BTG R A SRARGKARES s IRl J2 A2 A — 2 A I 2 S — 4% B a2 11 [ AH i
PR AT 2 R IEAL B s T IRAR  Z6 E0 4 RPN 2 4K S A4 98KD JE e 1 22 selE HifA s Bridk iud=
LABA DR 186 s Frad i I E ARG WG TE IR AR b s T i 4 & 3 DL W K 89y v B AE R I 2
PR St s 140 ELS A 0 2 38 43 BB i o Sl SR 2 DA B ECARRG W FE — 2 s iR A S I
TEE A B H S 85 G830 EA 550 045 45 6 3 RS ME— 2.

2. WRAEBCMZE SR | Prid 9 Nk AR R & ml S AR, AR IR T ik &
T RERE RN SRR AWM RIKE M CdSe/ZnS BT £

3. MRIEACHIEL KR 1 8 2 Prad i N i 2 A SR AR & sl e SR I, AR Al AR T < P
AR Te6 BAFMEARR T2EH % 166,

4. MRYEBCRIE R 3 Prik i Al R AR Jr Ak &1 s S g E ARl s, HRREAE T T il A
WK 2em, FTIRAT I R UG 70 2 6. 6-7. Tem [RIES AR T T A B 5 I k6l 2 5 kG 05 78
R 2 LR JEAR B LA A2 2. 5-3em AUMRK I B 0. 2-0. dem ;s I kI 2 55 05 WG AEAS
Z LR b b i HACEE A2 0. 5-0. 8em 254 RES 0. 2-0. 4om s iR 45 & B 5 RIGE S,
AL SRR BRI S 2. 5em FOFE AR B 0. 2—0. dem s TR R I 28 5 odss 2k 14 1) B 2
0. 5-0. 8cm ; T IR JE M 11 5 B 42 0. 3-0. 5em.

5. MRAEACHER 4 Prad i N i & AR AR s e Z AR I, HORRAEAE T < Brad i
TKREGE IR PEAR s TR AR Z PVC AR

6. —FPEE T UM ZESR 1-5 FF— BRI EK BT Il 1 AT 28 4 )5 A4 & i 2 JE A s )
R T, HREAE T il i & A A FE LN AP ER

1) 45 GHMHI% -

1. 1) H2H M98-His fili& a5 I 4% 4k

L1 1) S Al 98 4 JsU A 98KD 1 a Vb AT AL 15 B 22 2 SR B A s i 3 b it
JR AT e A = E BIIRE

1. 1.2) $RBPIR 1. 1. 1) S BIKBO N 2R R bl e 41, FFPEFF AR 57 9 A 37 Ui
FINBGUIAL 55 A2 A A SR P41, R AR e 2 8 m98

1 1.3) #P R 1. 1. 2) Hh A3 301 m98 4 731 LM 7 s e N R IAEAK pET-28a (+)
Ja i N KA i AR IR E A MI8-His G B TR 4L MO8-His fil & i 1 LAk iAR 1A
Ji RAFAE TR

Lo1.4) HERAE A4k 0 B8 1. 1. 3) P49 2 E 41 85 1, SDS-PAGE & I H 4k ff J5, LA
Bradford ¥ % 8 FFUR A, TR RN 0. 2mg/mL J5 25 5

1. 2) H X PTG R A TG4 98KD JEEER 11 2 e B Bk 1gG (4% -

1.2.1) LLEBR 1. 1. 4) th /33 B4 MOS-His Bl &8 A b 58 A HLR , 4 Al S B g 22
KGR 520 348 bt A 28 4% S5 44 98KD ik 2 1A I3 & Lt A 48 A< J 44 98KD
JEER AU s Tl ST A 28 A< J5L A& 98KD [ £ I P s A BBt AT 28 A< IR A& 98KD i 4k
B 19 [A) % ELISA M3 KT 1X10°

1. 2.2) K H Protein G ZEFZENTAET AL S bt ANl 98 A< I A& 98KD JiE 25 (A Bt MLy A
ST AT 2 A4 SR A4 98KD JiEL 8 (A BT HH 10 2 e B BTk 166 ;
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CN 105319360 A W F OE Kk P 2/4 T

1. 2. 3) HULE Braford & A& EAINAF SN E P IR 1. 2. 2) IR R R 2 wiEdi
A TG B EE, 1 HL 8 PR FE R TN 3mg/mL J5 & H

1. 3) BT bR BT A 284 AR 2 KR 1 2% 5 24k

1.3.1) 5k & B 08 PRk i 2nmol & 7 £.300nmol  N— 3% 55 BE 31 Bk TV i A0
300nmol ik — IV fik, LABEIR #h G2 iy 50 2ml, T e IR G401, BL 16rpm/min, 37°C R V.
30min Ji&, JEHT 2 BRI E K N- FRIEHEHTIEE Y DL Rk — % 5 BTk W R 2k 22 1h i A 45 414y
TESHA 2. 9g/L BEIRA —H1.0. 295g/L IR AN LA K 2g/L AN, TR B IR £h 4% nf
W pH = 7.3 5

1. 3.2) 7EVEALIE 7 5, N 4-12nmol FAB B8 1. 2) Bl 4% i Fa i AT 28 ¢ JRi 44
98KD JE 4R 1% SEREDLIR 186, B RMY. 2h, A AR & RERZORE N 1. 5%, £ 14
H I FITEA R BT 55, QREEBEE I 1h s 0. 2um PES JERS L U4 PR, R G
Y UM 31 50000 MW HE I8 B0, DL 8000g &/ JJ7E 4°C R B 16min, B KR A4
WS R I LA s S A (S I = s AR IR T R I b2 R A - SRR B T 2ml
R Th VIV, T IS VL 2 3] 50000MW B € B0V A, LA 8000g B0 JiE 4°C R B
15min, AR EBIEE JEIN BJEE T 5 - DU BB, W T Il BEER SR IR0, 2 Uk
& AR A 284 AR KPR ET

JIT IR B IR Eh VRV VR 5 AL Ay B & A A <2, 9g/L RS 1. 0. 295¢/L TR — S0
2g/L AN 5ml /L i —20 LUK 1g/L B AN s TR BEIR #h eI (1) pH = 7. 3 s T IR IR 2
AP0 S BRI 2. 9g/L BERE 41,0 295¢/L IR — &80 2¢/L &AL Eh . 10g/
L BSA DL 1g/L B5AN s TR BEIR ShORAEN pH = 7. 35

1. 4) &7 Abriehrikr iz

W ERBEAYE R NP IR 1. 3. 2) Fr 3 2R 7 R bR ic BT 28 4 ARG K BRI
HLh, BUH, 25°CHR S 4 CRBERMRAF %, RILHIE 4638

2) FERET %

HUF 2T 4 M — K, S R 4T A 22 e A i B A B i 20 3h DL B B T4
W)z A N 37 CHl AT 5, 25°C 35 BT IR A7 s 28 I/ AE 3

P IR FE BB % A5 B B A <2, 9g/L RS 1. 0. 295¢/L W IR — S0
2g/L @AM 20g/L 4 M35 A B A L 10m] /L 3R —20.20g/L JBEBE L M 5g/L B8 2 e i,
BT IR S B AL BB pH = 7. 3 5

3) S 2= £

3.1) R BB 1. 2) il 2% B BRBT AN R A IR AR 98KD [ 85 1 2 wE iR S it 1eG %
1% £h 2 PR A A IR B Ol 0. 5-2. Bmg/mL JiT 46 5 T IR B IR Eh 2 bR P & A0 By
A :2. 9g/L SR —H1.0. 295g/L IR — AN LA K 2g/L S AL N, PR B IR h 82 i ¥) pH
=7.3;

3. 2) WA R L BT Al 98 A IR A4 98KD i 4 11 22 s R i A2 N\ BIODOT Kl FE 43 i Sk
W, R 0.8-2. 51 1/em (R T ASER AT 4E 2 MR b, TB A 26 4G FRE 4T Pt TeG 2N
BIODOT KA ISk, 5B 0. 8-2. 51 1/cm (Y& 1% 5 IZE 0. 5-0. Scm [ AIBE I T A5 R
R EAE N R

3. 3) P WA AN £ LA K T 4R A R 41 4E 2 B AE 37 C T4 2h, 4 CEHTIRIRAT : 2
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ISR IE

4) JEH T

¥ PVC 4 B I e AR 32 S o B SR R BY Ja 48

5) WK Ky &

FER K B AR SE PR BRI BY R & H

6) AR AK R Ak & f S RTINS i 22

6. 1) K DU 4) Pl £ 43 20 AR ROk PR OR P A8 4t

6. 2) IR 3) Fr il 2 15 B A I RGNt 20 JEC AR ) A DX, FE R IEL I

6. 3) K DIR 5) JIT il 15 2N W K F A 5 2 S b, AT IROK S 22 S A A o3
B, NG A% 5 R 1A G0 R FF O

6.4) BB 1) PFrifil &3R4 6 B g i Ea T NES TR 4 RN /il %
Ak, (RN &5 G HRh TR L

6.5) ¥ZIK 2) Prifl & A3 BIFE MR NIZ R 5 ESK T NES TSR ALA5A, 5
— 05 R B AT G55 R T IRAR B IR

6. 6) H4 AU N R A A4 & ml S JE AR I R AT B, 4 °C 2% B TR OGOk
17

Pk B 6. 1) 2RI 6. 6) YA 2 WIATHRAE.

7. MRIERRE R 6 Pk ) 7%, HAFEAE T Prid 23R 1. 3. 2) A énmol [#)25 B%
1. 2) Prifil#& B bt A g R AR A4 98KD s [ £ wilEHi R 166 ;

Pk P8R 3. 1) FoR P B8 1. 2) il & 1 BT AT R 4K S 44 98KD i dr B 2 wifEdi ik St
e 1gG FH IR Sh 2% P VR 1 B2 22 2R FE 70 9 A 1. 5-2. Omg/mLL A % 0. 5-1. 5mg/mL ;

Pk B 3. 2) 0, ¥ R4 () BT A R A R 44 98KD i 2 3 2 v Pt A4 A\ BIODOT
RISk A, B 1. 0-2. 01 1/em BB TAHIRET 4 2= 5 b, B il & R B 1 1 bt
H 1gG 22\ BIODOT RIFEAX ek, BEE 1. 0-2. 0 1 1/cm [ 44 8 S5 2% 0. 5-0. 8cm [
B mE TR AT 4E =M EAE A s 4

8. — I T WA EE R 1-5 1 — BRI BRIk 18y AT 98 A J5 AR 5 i S 2 A e )
FAE N A2 WA I A i 5 A A B o

9. —FpdE T LRI BESK 1-5 AF— ORI EE K Fridk i) A il 28 A< Ji 4k 2 pit e 928 S A A
R EHEZ WA I 7 v, R T IR R N v G LA PR

1) FEFRFAEAE S 500 w1 [T St AL BRIV S 0 AR FS , B 120 1 L 3 TR - A i 2
b, 15 23 JE T ERAMT TSI 25 AL BT iR RE AL B P S A S B O IR A
Bh 2. 9g/L R — Z4M 0. 295g/L Nonidet P-4010ml/L, SDS 1ml/L LA & AbEH 2¢/L, Frik
FEA KO IER pH = 7. 3 5

2) FAPARTAE A B A R A SRR, W5 456 b & SR e BT R A R
RAUKIRET S5, 1@ I 2 M VE FH 26 S MR 41 4k 2= B B 1 Bl e Al 28 A< IR A4 98KD i 2 1 %
SURE PR & JaTE R AN TR T TR I 26 Ak 23 T i PRI AT DL 1) — 2% DGR N 28, R4 & 5¢
[ bR IC PR GRS IE T S PR 1eG 245G JE1E BN TR T B e I IR ] LI 5 — 45 %%
Stk

A PRSI i A e N 26 A SR I, WS H B — 4 SO A 28 s 45 96 i 8 R IR
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W2 A6 2R 5
10. MRIEBONEESR 5 Frik i 753, FARFIEAE T I Reiah e e AR EA IR Tk 1.



CN 105319360 A i BB 1/13 5

ABRKRIERE T m e & B+ R HH & 773550 M A

R G
[0001] A K B 2 AT I H A, B AR — Pl A il RAC AR B 7 s S5 SR A -
L& R IR R P IIVASE

BEEAR

[0002]  fili %A JR /K (Chlamydia pneumoniae, Cpn) 1A 4K i A& Y — i 22 2 X PR G
JEAEY, B EANAE 80 4EAX TR T Hi Grayston 25 N IE R A48, 760 i (4N 7] BL AR AIF 9% 2
T 25T BRASUO A S 20 JEU AR (907 32, B o sXnT e o A5 A2 TR) i I 1 3 A4
fE3%. 5 Z LU JLEW DY, 8 UL L JLEE K 4F Gy ey, U NBERAEAL, i Bz
SR ECE T G RAT S E AT A A AESE R R D 40 % B2 BIHZAR IR ARG,
KEBGF A MEIR T o il 58 A S A4 72 - I 40 L oA 2 A B AE A, 27 Js T N B R IR e S5 A
T JLEE AN RSN 7= A e S A R S R 4, i 5 R 2 R0 S R S PR i« T
R, R 5 3 OB R 2R A0E L T RRIE O LA i SR 1 0% IR IR F T
S5 A e R S g i A | B R AL, R i ¥ IR B e PR T x— SR A 5 15
H AW, SR N T 230 =12 Wi o RO 2800 2 W 7 V2 12 712 9 1) R 40 S0 gk ]
DIAFZI R 2 W, (8T St v 7, BRI R R IT4E

[0003] RVl 28 A SR AARTE ARV [ Y AR 35, (00T FH T S 56 502 W R b v A 1T o ) X Ao
FKeb o BT, 9 A SR ARG R 12 W 7 V2 L35 2 A DNV, 1 R RS Y R0 S Ak B B A
TYE o KGN 37 B 46 A JR AR TGy TgA TeM BUIRH FI R 5 Fhos ik e g 9 e ik
R (MIF) , #MASE AR5 (CF) , BB 52 (rETA) , M5 #MA 45 A — Bl 5 2% 0 52 iR
(SeroCF—ETA) , OY A ik & (LoY—ETA) o 3X 5 Bl /7 V2B R T 98 4 JEARAN [R] e 73 A
P, 1 ELAl 98 A AR TAAR RS B8 U I a2 A AR o fil 98 A SR PR, FIAN B S AR Y
TS il 98 A SR TS B A7 AT, I HLIIE 2R e MBS D 7R 2R R TeM Bk shas g
AT JIWT, T BRI [R) o (RIS X e RSP RIEIRRE P IR R 2 W E LA R
PRAE R ZE RN B TR AT IR S P 2 A 5 vy SR B 5 R o e L AL s R P 552 o
PR

[0004] A% ERAS U0, HE A% R 2% A8 FH ER A5 ik X S N (PCR) 5 9% R 2 A2 A I Ml 98 A J 46 (1)
S VB, (RSB AN B, B T PCR &5 SRR e, v oA B4 F T I PR AR AR A I 5
PCR HL A% i B AU, I P Ili 98 A J A &0 e i 1 5 DR P B PRy — R e 9 | 42 6 Tl PR MR 4
F AT PCR P2 , Ho 45 B 5 ME 2 i B A B (0 — 3k o (H PCR SIS0 5 A i Rk 2L
K, AR A AL TR 5 3G ARSI L SK P, HL S IR R P, 7 R R AN BB AE A R I PR 12 W
Jiike

[0005] 70 S A Wl 7 V2 X U BN B 3 4 9 4% R R Al ek 7R (O R HL R Hep—2 M b 4
M) 5 R Ji5 SR F 9 bm ic BB AR 1 BT ARSI bR AR 1A SR AR, (B A AF AR B D IR 4%, 4l
J 5 R I ()4 S5 B R BB, FEANE A IR N o U APt 2230 B Y FH T I PR bR AR A 6, SE
BB S PR AR A OC RO - 7 J5 B ETA W] A4S il 98 4 SRR T IR i A2 7, FLAk
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P S RO T ST PR, DU T 2 M VPR e MBS I R (BLISA) 4
I LA 9 5, TR N S A B SR 11 2, T PR S0 A A L R 53 AT
P, AR B U S B, 15 bR (ITF) AL, AR A, 45 S AL AR

(00061 [KLIE, i 0 L 5 AL 2 5 I AL ¢ A B P B R A O LA K
R AR T Rt A B A4 T

ZIAAE

[0007] AR BHERATE SRR A LR G 28 A TS AR TEAS I 7 = ad 3] 1 5 AN,
PEH T — P B AR R P R e R Ry R SR S N A R AR T A
PEIANTHSIN R K o) 28 7B RN A

[0008] AR B i LU HEAR T Bk SZILT -

[0009]  —Fft A S % A SR I B 7 A A E AT RN R, SRR IELE T B A 28 A SR 1A =
PGP E TR I R A RE SR AR A R 45 A R R 2 DA R K B TR G A B B T
SR PTG R AR AR KIRED s iR i 2 2 H 5 A7 — 2R 2 J2 — 4% T 46 11 [ AH
TR 2T 2 32 JBEARA) 1 s PR A I e S gt SRBT I A J5L 44 98KD i 2 1 22 Sl B ik s ik i
BB A DR 186 s Tk IR W TE AR b s Frids &5 & 3 DL RO B 3 5l e B 7 A
J W s 7 HS RS A 43 EE S S A i R 2 DA R JEAROR W E — A2 5 BT IR A
B G T H S 863880 EE G0 55 456 8 R BCR I —i .

[0010]  1ENMLIE, A% B BT R H B &1 s R B SR BB B MR I K% 1 CdSe/ZnS
B

[0011]  1ERRIE, AR IR A i 1eG AR EA R TPk 16,

[0012] B N4k, A K B BT R A R IIE A 2em, BT i 0 2 A5 W 7E K 2 6. 6-7. Tem 1)
JEAR TR H TR) B s B 25 R W A I 2 A R e b1y HAGRE 2 2. 5-3cem [WIRK
B 0. 2-0. dem ;TR 2= 5 RG UG 7EAS U 2 DA AR i) BACRE & 0. 5-0. 8em [ 454 E
B 0. 2-0. dem s TR 45 G H RIS 7E 45 A 3 DL RRAR B2 2. Sem FE R EVE S 0. 2—
0. dem 3 IR Z: 5 A 42 (K [R] BE 2 0. 5-0. 8cm 3 A JEEAR 1 58 B 2 0. 3-0. 5em.

[0013]  1EM4ik, Ak B AR A MR K SRR JE 4K 5 T IR JEAR A2 PVC A

[0014]  —FpdE T Fak [ A 2 A IR AR & 1 i S AT R I - () ) 46 53, HRRIEAE T -
BT ik il & A FE LU PR

[0015] 1) S5EHRIHI%

[o016] 1. 1) EEZH MOS-His Bl 2% (A A £ 4lifk,

[0017] 1. 1. 1) XA A J5 44 98KD 2K 1 & BT A W15 5.2 7 A » SR Jfa &1 &5 A ik
HL IR RAL 5 oh & KB

[oo18] 1. 1.2) BB 1. 1. 1) Th T3 BUAKEON B R R 465 741, FEAEE A1) 57 s A
37wt | BB VI s Ak 25 G e A JE R 40, (RIS i id ok m98 s HLERER P A1 W e 41 R B s
[0019] 1. 1.3) ¥ 5 B8 1. 1.2) " BT 15 2 14 m98 4% 73 1 A= W 2% J7 25 oo i N £ ik 34K
pET-28a (+) JGH N KT B th A B4 MO8-His @& A ;TR H 20 M9S-His Fi& 8 1 LA
AR R IE J7 A AAAE T RIAD

[0020]  1.1.4) HIERAEZE4LDIR 1. 1. 3) P32 E A H 1, SDS-PAGE £l H 4l i )5, LA

7
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Bradford ¥l & &5 F AR AE, TR 3 H SR AEDN 0. 2mg/mL J5 45

[0021] 1. 2) #JRPT AN R AR 98KD it 2 s lEPiik 1eG B % -

[0022]  1.2.1) LIZBR L. 1. 4) TR ELIMIS-His @& 8 A A 5EPuE, 43 e i
PG 22K E AR BB 5 20 i ol 2% SR BT I 28 4 J5U A4 98KD i 4 (A i if v % BBl 28 4¢ s A
98KD B (A BT s Tk St AN 28 A< JE 4K 98KD ik 2 (3 BT Az Bl BT AT 28 4 JEL 4 98KD
JR R BTN AR 8E ELISA UMK F 1X10°

[0023]  1.2.2) RH] Protein G Z&F1EMTAES A4k Sadi A 98 4 JL A& 98KD i dx (A B
T BRRPT AN AR R 98KD R (A BT o i 22 e SR 166 5

[0024]  1.2.3) HYLEE Braford £ A& EAGMRF N e P8 1. 2. 2) IR —ME 5w
P 1gG BIVREE, Jg H 8 FIR FE IR h 3mg/mL 5 £ H

[0025] 1. 3) & ¥ fUbRic PTG KA ALK ERER I & 5 Alidb -

[0026]  1.3.1) [AlfE B0 PRI 2nmol &1 1. 300nmol  N— 355 5% 1A ik W e A
300nmo 1 filk — MV fi& , LA IR £h 82 P 2 758 2ml, FHERIR G0+, UL 15rpm/min, 37°C W
30min Ji7, FEHT bRk 7 1 N- FRIEHR IR i L S ik — e s Frodk B IR Sh 2% vh b 54 o
TrESA 2. 9g/L BEIRE T H1.0. 295g/L BERR A LA K 2g/L AN, PTdR BERR 2h 4% i
W pH = 7.3 5

[0027]  1.3.2) {EWEALIIEF AT, A 4-12nmol K558 1. 2) Fril 44 S Hi it 28 4 3
4 98KD it (1 % e B 1gG, BEJE R MY, 2h, IO EAIR & BER RSN 1. 5%, #
VA A B2 N RS AR FEAT A, BRSSO Th s 0. 2 um PES JE#% ot sERR LT R R, 24
JEHE TRV B 1) 50000MW (B 75 #9085 o, LL 8000g B9/ A 7E 4°CF B 15min, FRER KL
TEIBE BN (PRI SN (R R =40 s IR BB IR A DR IR b2 8 L - DU BRI L W T
oml MR TR VELRE T, PR IR R4 1) 50000MW JEBJE B0, LL 8000g B0 JI7E 4°CF
B9 1omin, A JEE UEMR 2 &1 A - BUBB IR L W T Inl SRR R IRAEW T, 220k
7S SR 1] BIPTA R A JFAR AR ERE

[0028] PRI Eh VBRI Th S A & B ok 2. 9g/L B R 1.0, 295¢/L BEIR — &
B 2g/L @A 5ml /L iR —20 BLJ 1g/L S %N I R Sh Ve i) pH = 7. 3 ;T il
B ERORAF N S 50 S B o N <2, 9g/L IR E 4N 0. 295g/L IR — &80 2¢/L S ALAN
10g/L BSA UL K 1g/L SR ;b g sh IR A2 pH = 7. 3 5

[0029]  1.4) T mbRICHUARRIE

[0030]  CRRERERET AL AL ER 1. 3. 2) FHfq 2B & mbr i PTG R A SRR g KR
WP 1h, BUH, 25 CHR G 4°CRBEHRAF 2, R UbHIE 454

[0031]  2) FEMHEHIHI% -

[0032]  HYBIHET4E F oK, 1 PR 4T 4 32 MR AL S B B i 22 /b 3h DL b, 8
Tz AR N 3T CIBA TG, 25 °C BB TR IRAE s 2 LRI F ke Fh ik

[0033]  PITIRAE i BAL IR 5 4 B & i R <2, 9g/L IR AN, 0. 295g/L IR — &L
B, 2g/L EALAN . 20g/L A+ M3E AR A (BSA) « 10ml /L HEiR —20.20g/L BEBELL . 5g/L B8 £ 4
ML e I BT AR A it AL BRI pH = 7. 3 5

[0034]  3) A= 4%

[0035] 3. 1) K DR 1. 2) il (1 FPTAG 2 4 SR Ak 98KD 4 1 2 s b bk S hifie 186 H

8
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TR T8 h 22 1p i ) B 8 AR A 0. 5-2. bmg/mL J5 45 FH 5 TR Wl 1R 2h 2% il h &4 4 5
3R <2, 9g/L IR S — 4. 0. 295g/L IR — SN LA &% 2g/L AALEN, DTl B IR 2k 22 b i 1)
pH=17.3;

[0036] 3. 2) HAhRELF I SR BTN 28 4K S A4 98KD i 2 11 22 va B it 442 A\ BIODOT il s {3 1
Sk, BB 0.8-2. 51 1/em [ EWE TAHRR AT 4E R L, TR A N Ze s3I Pt 1eG %2
A\ BIODOT Ik, EE 0. 8-2. 51 1 /cm LI SHTIZE 0. 5-0. 8cm [ 7] BF W5 1A
FREFYE 2 I B N TRz EL

[0037] 3. 3) WA A I £ LA A o458 42 A IR 4T 4 R AL 37°C T4 2h, 4°C 2 B4R
£ s 2 A Z

[0038]  4) JECAR I

[0039] 4 PVC 4 BT iR JECAR % 5 o B SR B BT Jm 45 H

[0040]  5) W /KH [yl 2%

[0041]  H4WRIK BEARHEZ SE R EREBT a4 H

[0042]  6) A RAK JRARE - fl S5 JE Ml - i 4 24

[0043] 6. 1) HBHK 4) il 2515 20 AR L IRPRG ORI 4 4

[0044]  6.2) N HR 3) Frihil 24 15 B (ROAS I 2Rk U 20 SR AR 1) A 38 DX 4, FFHRCP ST

[0045] 6. 3) H42LUR 5) Bl 4% 15 2 i W /K B 20 26 B AR L, AE I K S 221 S A E A
W ES, RN A 1055 AT 1A G0 R IR HCE

[0046]  6.4) DI 1) Frfil &GRS AR ES N A ES TR Y =R A2
THGAL, [R5 G 3R TR b

[0047]  6.5) F U 2) Prifil &2 B NIZE S ES KT AES T8RN Lib%
Ak, 55— 5 IERAR I AT G055 R T IR _EIFRHP

[0048] 6. 6) H4 AT (N A SR AR & 1 mi Sz E AT AT IR E AT B BY, 4°C 2% BT ge
JCIRFTE

[0049]  FTiAGER 6. 1) 0% 6. 6) S RIEAEY) 2 NI THAE .

[0050]  fE MRk, A& B TSR A58 1. 3. 2) JhnA 6nmol [R5H8 1. 2) B+ %t
N Jiti 96 4 J A4 98KD i 2 [ % i B HifAk 166 ;

[0051]  VE Ak, AR BT SRS 3. 1) Fol 508 1.2) 4% 1 BBt G 28 4 Ji 14
98KD i 1 2 wlEBUIR S0 1eG F IR Eh 2 il i 3E R 2K B 4 4 1. 5-2. Omg/mL LA
5 0.5-1. 5mg/mL ;

[0052]  fEMARIE, AR AR HEIDER 3. 2) A, SRR AT 1) B BT AT 2 4 R & 98KD it 25
2 & HUIAZE N BIODOT RISk, % E 1. 0-2. 01 1/cm [ S0 THS IR 4T 4 2 L,
TERRAT IR K TR FI DT TG 22N BIODOT R sk, BE'E 1. 0-2. 01 1/cm [ & 4%
HE SR ZE 0. 5-0. 8cm FRI[A]RE T TR RR AT 4E L EAE 4 Fiin 4.

[0053]  —Fpdk T FaAR Ry A 2 A SR AR B A A R AT AR R A R S W e A N i 2
A JFARI R H o

[0054]  — T I i A il 8 A B AR B 1 A SR B SR AR U R R AR S W PRSI v, FLRE
fEAET PRI A FE LU DI

[0055] 1) MERRAAE S 500 1 1 AL S AL BRI 78 70 ¥ i f, B 120 w L3 AU R I
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mn B b, 15 3B R TR AMT TSR 45 R FTIR R i AL B T S AL o B B R IR
SN 2. 9g/L RS — &40 0. 295g/L. Nonidet P-4010ml/L, SDS 1ml/L PR S AEN 22/L,
PR FE S AL EYR I pH = 7. 3 5

[0056]  2) A FFta A T & A A R A RARTUR, W5 4558 &2+ A id Pt A g &
VARG IRE 456, I AT E R Je SAHER 2T 4E 22 5 B ) PTG 28 4 5L A& 98KD i £
H 2 wlEHUIAL: & Ja R RN T AERT N Ze Ak 23 T8 B IR W 0L I — 4 SO0 I 2k, K 45
L5 R T SRR SR S B S Hi % TeG G4 S5 AR N 3R T T R PR T L 55 —
SIICTIREL

[0057] A ARe kA it T D A i & AR SR AR BT, WA R — 45 G A £ s 47 7Ot s 4R
HRER, D2 A 22

[0058]  {EAARIE, A% BH B R FH AR R A it B R AHAN PR T WA

[0059]  SILAEARMLEL, AR HEFUW LA -

[0060] 1< B ERAS I A i 6 A S A BT IR I T V2 4 S BT B B MR IR R 47
ALk, I FH AR e BH ) 24 B i 250 R e 1 22 LA, 38 I UK SO SR AT R S AT RN,
BA REE R (O AW 28 4 SRR AR IS 4 2 Ing/m1) » A JHEGE I PR A it XSz U
g5 R 5 B TN R AR AT I “ e hraE” - S IRERAH L ST e E

[0061] 2. A% B T FH I A4 25 7 RO i 58 4 Js A e 1t 98KD 2R i B J e 5T X 1)
Z o U, HoRe e, 8 TR e e pi i, A SV IR AR R A4 | B AR R A2 AT XY,
LR S =g Mea (S O R ST - 71 N T R4 % N (39 P s i - T sl a7 57
[0062] 3 AN ARSI 77 v ] B, RSrI Rk, By T, 5 RAEAE 20 43 Bh N 58 R, BERT LA
FH LM I SCGIEAT 78 PRSI, 2R n] 256 CCD 3 S H A3 AT 2 s il , S0 e AN B » v il
THAEAR (4 ELTSA) Rl oA a3 /E 2 A2 i eI K L HAb 75 Tl A A BEERAE B9 AN
JE o

[0063] 4 H AWl S A4S W AT A A R AR S AP R AR TR (B4 R L RS B IR
2 LR LG ) » SO 712 A6 NI R A S5 A4 1) 5 A i R W AR ¥ 9 D A4 S 28 258 1) L VAT 9
S A S5 7 T B AR s O R

[0064] 5. A< BH B R LA T 28 A Ji A4 BT Ay 1) 98KD 2 1 i 5 (VR A H b Jit , LA Il
TS E AN S AR A SR AR AT R W e A% 48 ELTSA V25 B AL U AR 1 4 Cpn AN £
-2 (OMP-2) , Bt F B A A PiA I AR J& e S ME B AA, ASBE ELHE IR Con, HoA7 70 5 S5l A
JE AR YD RRAC S AR S A AT X N R 855 o

[0065] 6 A< i BHAS WU 77 ¥ BT FH BT i R AE AR Ay WP R T8 73 i ) i 8 5 i A L, T # B
WALy L AR A RS A R 5 XK O B, WO THE)

i =] 152 AP

[0066] 1A R B T ER A U -R R Gk ) S T 45 A =

[0067] 2 JEAR B FT R BERS I R I 7E 8 AL S S I S M s B

[oo68] i .

[0069]  1- FEALER ;2 553 3- KR 4 RN ZR ;5 LR ;6- MK ;7 JEM .
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BIALEAR

[0070] AR EHA TAEJR B AR B R AE R I il e v (BRI ) IRETEE T, LA
% LB A, R T ARG ERET BOR, I T s bR B AR A 4 A SR
PR & T S R E TR R 1 22 BT A 98 4 JR Ak 98KD I 2 11 2 sl Bt AR FH B
Pl 98 4 J5 Ak 98KD i B (1 % s B BT AR I ol 46 40 DL K 1 s b, JEUCA IR, RS
W AW = #5 AR A AT A 2%, B il 28 N A M i 1 s S AT I s o AR R B By
FEAE ORI - HA BURK DR IBORIRE S M 0 SR o, R LT A, BEEATARE 1 1
A, A i34 8 AT 5

[0071] BBl 1 Fom, AR B AT ER4E T — B A R A IR fR i 7 i S 2 E AT RS -, AL 36
FERER LG A8 2 K E 3HKE 6 JJEH 7 4. 458 2 BaMH B 1 AFRdPiA
i 96 A SRR GRIRET KD 3 WA RN LR 4 DLRT LR 5 16 AR IR £T 4k 22 5 F1 Rk NC
FE S ASTIN 2R 4 A4 BT 98 4 JR Ak 98KD B ER 11 22 Ul PR s sk 5 A Pt 166 ;
BT BRI BB A WS K CdSe/ZnS B F 15 s K H 6 M5 WK JELE 5 i
B2 7 ¥4 J5A PVC,

[0072] L HE ARG R AGIZE A 2em, KD 2 A5 WG 76 K B A2 6. 6-7. Tem (1) MR 2 1 Ao /]
B AT J2 55 R U RS D02 DA R B b 1 FLAC B A2 2. 5-3cem [T /K S EE B 0. 2-0. 4em 480
2 SRR SRR 2 DL R AR R B S 0. 5-0. 8em I S HVE S 0. 2-0. 4em ; 4558
RGN AE 25 A 4 DL R JRAR A A 2. 5em [OFE SR EREE B 0. 2—0. dem s KN £k 55 i % 1m)
42 0. 5-0. 8cm 3 JEEAR B T8 & A& 0. 3—0. Hhem,

[0073] A, EARSHILE T AL ADE 3 K 2em, K AE AR 7 K 7. 3em K A [R]BL,
SRS I 2 A o S5 R M A JES AR 7 A5 A i (W K #4 6 K 3em T8 0. 2em, o — i 4G 2 K
0. 6cm F & 0. Scm ;454 2 W) SRS R AR 7 A2 (AR R (1) K 2. 5em & 0. 3em ;4
ME 3 ERR L 4 K Fiask 5 R 0. Tem. $EE IR 58 5 0 0. 4em,

[0074] il 2% b il Al 28 A< Js A i S e S MRS I = 1) 732, L R BLD IR A

[0075]  —. .45 A%

[0076] (1) EEZH M98-His &85 A4 4l

[0077] X AJili 6 A< J5L A 98KD Ji &R (1 AT A4 15 )5 2% 20 1, SREC Al 96 4K JRU A4 98KD i 2
A 85 R 3 b P SR SR A B oA T & (IR L, R B B 9 S5 R 7 40 s e — SRR 4 1% 57
vitg e 37 ity o ol 5 | NBEUIAE i I 2 A 25 B i A JE R 4, TR BN A i ic ok m98. IR R FE %)
B FAN R IR T 5445 775 i e N R # k pET-28a (+) J53RIA A MI8-His
MG . SRRl A B O DU AR T AP E TR TR R . AT AL S R TR
R EZH MO8 -Hi s fil & 88 (1, SDS-PAGE K HL 4l i , 75 LA Bradford 630 % £ 1 Rk
JE, MR IR N 0. 2mg/mL Ji5 4%

[0078]  (2) i F BT AN 4 A% JELAA 98KD ik 85 14 22 7o FEBTIA TG 4%

[0079]  DA4fifb () EE 4 MI8-His fili & &5 1 A SE A s, #4 B 7323 0 88 0 7 220K 1 4 S IR
B> 20 ol 2 B Bt A i R A S5 98KD i A [ Bt I3 A2 BB AT 28 4 J 4 98KD i 2 [ 4t i
o A ARPUMIE I REE ELISA A KT 1X10°, H Protein G SERUZHTAE S Al4iL—
FRHT LY i 22 S BB 1eG, FIPLEE Braford 5 (A& S AR 71 I 58 540 B 35 341
#%y 3mg/mL J5 46 . HoAh bt A 4% JEUAAR 98KD R 11 % o B HUAA 166 MR & 7 sSibrid
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R s BT AN R A5 A4 98KD £ 1 2 e Hiik TG FHAERTIN S 1)

[0080]  (3) =T ribric BT A 28 4 BAR AR IR ER 1)l 2% 5 4k

[o081]  HARAEDZIRANT - it B9 L PRI 2nmol £ 55.300nmol  N- FRILHE ]
TtV i (sulfo-NHS) A1 300nmol A% — 3V f% (EDC) , LARA R £ 22 vl (2. 9g/L BEER & — 0,
0. 295g/L IR — 4N, 2¢/L &AL, pH 7. 3) EAA 2ml, T e R 51+, LA 15rpm/min,
37T°C RV 30min J&, )T LRt EREMF] (sulfo-NHS 55 EDC) o 7EVEALEIE 7 204, I
4-12nmol (PiEA 6nmol) KIZPER (2) il B Fbi Nl 2 4 SR & 98KD it 1 £ s fE P fh
1gG, TG R N 2h, A2 ISR 20— (PEG2000-NH,) ZZIKFEH 1. 5%, B AR R VK
TEAGIR BT A, QRSB R Y 1he FH 0. 21 m PES JESLEUERR 2RI EED, SR 5 I T
F% 21 50000MW &8 8 5.0 1, L 8000g &0 J17E 4°C TR B0 156min, BR 25 R & AR B MY (1)
PUARR N A IR =1 WIS JEIE L2 8 7 0 - PUREA VAT, % T 2ml IR b
PEBRIR (2. 9g/L WEIRE —4M, 0. 295g/L W IR — &8N, 2g/L S ALEN, 5Sml/L kil -20,1g/L &
FAN, pH 7.3) H, TR VAR A AL 21 50000MW B B0, DL 8000g B /L I TE 4°C TR B L
15min, Y AR IEE BRI b5 8 - PUARMR IR L W T Iml BERR SR ORAFVR (2. 9g/L
PRE 8N, 0. 295g/L IR —Z04N, 2¢/L LN, 10g/L BSA, 1g/L %44, pH 7. 3) 1, HlfF =
T RFRIC BTN R A AR DIRRES

[0082]  (4) & AbricPIIAM 613k

[0083] N4 IRMRLT 4R ALER (3) P B B T sbn ic BT 28 4 AR 9 KPR
W Th, BUHE, 25°C 455 8ol 4em*0. 6em [IRIKS 5 4°C 235 B HRA7 25, B ULHITS 45 &,
[0084]  — FF AL A%

[0085] NI4T 4 F M — 5k, W HLAEAE S AL W (2. 9g/L IR E — M, 0. 295g/L IR
TSN, 2g/L EAEN, 20g/L A4 M5 (R 9 (BSA) , 10ml /L I —20, 20g/L BERE, 5g/L B 4
nHg BEEE (PVP-10), pH 7. 3) i £/b 3h UL b, & TAEW 2SN 37TCHRRXTEG,
BYER AL Aemk2. Sem [RIA, 25 C 3B TR A7 . RULHISFERE. SRIIESL 4T &
LR TR )T, W R T B AR IR PR R R

[o086] = AN Z 1%

[0087] SN2 1 ol 46 » A2 T8 ik 23 J30K 20 R — T ol 4% 190 BRBT AT 28 4 s Ak 98KD it 4
H 2 wwlEPUik 1g6 APt 1g6 ML H W IEHL RN IR 2T 4E 2 5 E P ks I Ze s i) 2% ;3L
HARS & AR PR

[0088] K BR—rhifil £ 1 BR BT AT A AT A& 98KD iR 1 £ s FEHLAR 1eG BT HR 186 H
IR Eh R (2. 9g/L BEBREL 41, 0. 295g/L WEIR — S8, 2¢/L SALHY, pH 7. 3) 735l 2411
B ZYRFE R 0. 5-2. bmg/mL, H A1 BT A 98 A< A4 98KD [l 2 111 22 Su UK 1oG LIk 1 #;
FELURFE N 1. 5-2. Omg/mL, Pt 1gG A1 FIMRELMR LR 0. 5-1. bmg/mL. FHHFE I 1 Bl
Nl 98 4 JiU A4 98KD i £ [ £ ve BB 7 196 %é N\ BIODOT RIS ss Sk, & 0. 8-2. 51 1/
cm, LA 1.0-2. 01 1/cm (&M TAIRETHE R b, TR e R MR i 1P TG 3¢
N\ BIODOT RIS sk, Y 0. 8-2. 51 1/cm, A% 4 1. 0-2. 0 n 1/cm (WG T RS BR 4T 4 2%
JEE A by s 2, LSRG IR IR EE Ky 0. Temo KGR AT RS IR £T 4 22 J15E 37 °C 105 2h, BY K
demkdem [PIEUHS, 4°C BB TIRIRAF . R ULHITFRIE .

[o089]  PU.JEM ¥ N T
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[0090] ¥ PVC 4 B IEAR BB B 4emT. 3em RS )5 25 FH o

[0091]  F.WRZK 64

[0092] G WRIKELRELBY % demx3em FRYELAS , BT S AKH, % H

[0093] 7N AR 42k

[0094]  ZH%& TAE T A2 A W ERAE, 15 506 20 SR VU Pk (9 JECAR b FRRs M LR 4 Fs 48 4,
¥ L SOP B = TR RIS (BIREA | 4RI 1 A 4k RS ER 4T 4E 22 5 ) R I 21
BRI I, I/ OB BT o LR, K b SO IR T AT (MR /K B 21 2 Bl L, A LA
ASENEA 0. 2em [FJEE, R RHAT 0 25 IR A 1A 200 SR IR I/ DR il
OB IR S5 A 0. 3em B THRA 4 R /LI ZAL, 0. 3em K T8 F. &
S5 bSPTIR R B —30 0. 3em S LA RN GAL, B —10 SRR
LIS T R TR L IR/ HCT . B 2R AR T U0 4 WL T Rk 4. Omm 58 (A4S
R ACTHEETHRE SR AT . R ULHIAF A 2K R AR 7 s E TR

[0095] FR AT 28 A< I A 1 A S g% AT RS N s A v, PRI -

[0096]  KAAFRIFE S (WIMFART25) 500 u 1 FIAE AR B (2. 9g/L BEERS %M, 0. 295g/
L 8 — 44N, Nonidet P-4010ml/L, SDS 1ml/L,2g/L &AL%N, pH7. 3) LW )G, BUH
120 v L3 AR AR S B B, 15 73 B T3RAMT TSI R . AR &a A
i 98 A JRARPT R, W) b5 25 A B b i i s bR BT A R AR R 9 KR 45 5, Tl 2T
VEF e SHIR AT 4k 22 e 1 SPT I R A< IR Ak 98KD i 55 1 22 Se R Bk gl & G R AN i
R LER I LR Ak 2 T B AT IR PT DL 1) — 2k 9 e R 28, R &5 & 58 U 1 s bR e Bk gk L 24T
L5t 1e6 &5 & Ja 1B RINRI AR T T B IR o] WA 58 — 4650 R 4k s 25 R S b oA
PR, ML IR — 296 S o W R 2 42 2 oA tH IR, IUAZ2 R = 2K 480

[0097]  AKBH AT 5 IR FEAL B S5 R A MBI (K /K I CdSe/ZnS &1 55 R 2451 2 ek 3
P BRI RA R AT MM A R I BT 1) PVC 4 JFURAR oK 4R il BR 4T 4k
F ML B AT 4 I BRI AT 4 Z AW B Mil lipore M g & hn MRS A A | &4
P R 3K, P s I LA AR % AR 2 A T .

[0098] AUk BHIE I LA SEE B /EE— 0 B AR

[0099] A BH A FH BYCR FH 1 - Fhob R e i A AH D3350 Fy T ol

[0100] 1. FF b SR TE FREX 0. 29g IR 2L 4, 0. 0295g BEMR — %181, 0. 2g A ALHN, 2g
A-M9E H & A (BSA) , Iml FEJE —20, 2¢ FERE, 0. 5g 28 LARMEMELE i (PVP-10) , % T 90ml
(5B Tk, A Imol/L NaOH ¥ pH 2 7. 3 JGH 22 B F/KE R A 100ml .

[0101] 2 B ER 21 YRV - FREX 0. 29g B IR & — 4, 0. 0295g M IR — &4, 0. 2g ALY,
0. 5ml HEH —20,0. 1g B&ALEN, BT 90ml (9253 F/K+, A 1mol/LNaOH ifff pH %2 7. 3 Ji5
HEEF/KERS 100m] .

[0102] 3. MR R PRATI <FREN 0. 29g TR ZL 4, 0. 0295g WML — &1, 0. 2¢ A ALEN, 1g
AMIEEEE BSA),0. 1g NaNy, WHE T 90ml 11225 F7KH, ] 1mol/L NaOH i pH & 7. 3
Ja 258 7K E A2 100ml .

[0103] 4. BEER h 22 ph i (PBS) FREX 0. 29g BEERA 4, 0. 0295¢ B — 5040, 0. 2¢ &1L
B, AR T 9oml 2Bk, ] 1mol/L NaOH i pH 22 7. 3 JG £ B F/KEAZ 100ml .
[0104] 5. Faht Aili A SR A4 98KD JE 2 11 22 sefE Hidk TeG oA AR I B ifil, FH PBS #ks, 4
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A, A 2 s EBUAR R 3mg/ml .

[0105] 6. FPL AN R AR 44 98KD it 1 £ il Ptk 1gG AW B il F PBS Mk, #5
A, AT 2 SR DA 3mg/ml .

[0106]  7.ZEPif 1gG AT A8 F = i, F PBS Wk, 3850 AF W b 2 e hu IR E A
Img/ml.

[0107] 8 & ¥ il AR I HE T AUV RIAL PR R SIS KK CdSe/ZnS &
T, FER IR 565nm, 13K B BN & T S E AT R IR A F], 77 i A RO R K
W 5 565,

[0108]  O.BEIEAF4E LK JEEE N 0. 4mm, WK BN 42mg/cem’, BEIE AT 4 H 420 0. 6-3 um,
BAT RUFIZEKME, W3R+ Bl S EMRHE AR AR (14525 BT40) .

[0109] 10 ZREERET 4L JS 24 0. 48mm, W/KIHFE A 18s/4em, HA MU IISRK I, H T-45
AR WET B S E R A R AR (154 DL42) .

[0110] 11 AHERET4EZ N A5 Ky Millipore Corp SHF135, H R, WS T Millipore 2
Eip

01111 12 WK JELR JEFE 4 0. 95mm, WK HE FE 2 60s/4cm, B 7K &k 700mg/cm’, HA K
UF R KT, AV R IVER KB B o W SE T Ll S b B RHA TR A =) (BS54 CH37K) .
[0112] 13\ JEAR <24 /& B PVC M 5L, SR TR AT B2 S 25 ) B Ui SM3 1L, Sk T Bifg 4
PRAEDRHEA R A A .

[0113] 14, A Jili 2 A B 44 & Ak - W B 26 B it B 8% 58 ) fr sk 0 (ATCO), % 5 A
ATCC53592,

[0114] 15 AW Fr H B B3 AE R 35 ) B 56 [ R R 57 O o0 (ATCO) o

[0115] "IN 45 & St 19 6 A i W v B B RO 7 SR IEAT PR U B

[o116]  sEjifsl 1 (il 4% S o) )

[0117] 55 EH#%

[0118]  (—) 4] MIS-His fil& £ (A K %% . 4lifk,

[0119] 1. AHORZEEERI wol

[0120] X AMfi 28 A< Ji 44 98KD i a5 1 ( H: NCBI 5 A 2 ds ZE P [¥) accession number
A CAA04672) FEAT A5 S5 28 53 W, BRI AR 51 &5 1) sl b 0 s 3R A7 5 ok 3 s IR IR
o F H X R IK) DNA 65 e 51), [F] I AR 57 5] AR VI & NdeT 37 3 5| A2 11(5 5 TAA il
BEVIAL s Xhol JEb 25 A AR TR 41 (427 51 AT Hh < 307 B AE R R 2 W) 58 1
AEHEI N A S PR B T80k pUCST | ), 30 2 m98. LI PR 4 e 51 40 e A1) 6 T 7
HAR R U, mO8 Jik Bl 4 b4 1K) 25 13 507 41 oA AR N Bl 8 4K Ji A4 98KD K 1 25 1 (accession
number: CAA04672) [¥] 130-305aa. ¥4 & BN T & B DNA Jy B ()48 & pUCST A Ndel
S Xhol HEAT XUEG VI G 42 1 W7 i Rl B 8 v B, £ e [ SR A Ndel f Xhol X #k {4
pET-28a (+) HEAT XUV, F& 5 712204 22 XU U1 )5 3R15 1 mO8 ZE [KIiZE A pET-28a (+) #ifk
W, IR KT 1R TOP10, #4352 pET-MI8 Rk & A, 2B DIRN P 410 52 1IE S R I8 2 A ) 1
Toike ZIAKIEEL MIS-His @hEHEA.

[0121] 2. H4H M98-His fli&r 4 A ik Sy,

[0122] % %5 & IE i 19 B PR vo B B BE OR T 4R UKL, 4% ML B R BN &
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E. coliBL21 (DE3) H, ¥4k 56 i J5 F R R AT T 7 50 1 g/mL R AR & R Y LB AR b, 4%
MITIETR BRI E AR, PREL pET-MO8 % 4L 1) H A 45 2 [ 381K R 07 I RN 181 ¥ R A
100mL LB Bi 72, T 37 CHy i . BV G, 7% 1 :100 £hhF 100mL &4 50 n g/mL
FIBEZM LB FRIET, T 37°CHEFR A 0Dgy = 0. 6 I, SO 1mol/LIPTG %= 3Kk 5 4 lmmol/
L, T 37 CR BT, B RMGEARIE. B 4h 55771 T 8000r/min F &L 10min i
WA F R4 20mL PBS 2Btk 3 I A X R JE AT B A AT, A E 4 F 4 <50HZ,
200W, & 75 3S, [AJ#K 5S, TAF 100 K. #5585, 12000g 550 1omin WAV, BRI A ALK
Ao B AL IR A FH VRS2 i (20mM NayPO,, 0. 5M NaCl ;3M JK 2%, 30mM BRI, pHT. 4) P
W5, 12000g B0 15min WAEYTTE . B UTIEH Binding buffer (20mM Na,PO,,0. 5M NaCl ;8M
PREZ, 30mM BK M, pHT. 4) T-25iR N¥AR S, 12000g B0 15min, FIGH 0. 45 um RYERREEAT
g, BRI E4HEAH His Trap affinity columns (GE healthcare A% P= 5 ),
F UL B TR T AL . HARTTEAR

[0123] 1) I 5mL 3 5 # WO 28 /K 1A B 28 7, 3R AL RS AE R S #8158 |,
LL ImL/min JIEYEAE.

[0124]  2) fi] 10mL Binding buffer “F#7, ImL/min Ji#.

[0125]  3) KRG & A B, ImL/min L.

[0126]  4) H] 10mL Binding buffer, LA ImL/min FiEBEF:.

[0127]1 5) A 10mL Elution buffer (20mM Na,PO,,0.5M NaCl ;8M JR 2%,500mM IBE W,
pH7. 4) , LA ImL/min LGN, 73 B W, B 1ml, 12% SDS-PAGE #:ill, & P4l 7 4 &
HEREERFEM . £ bradford WA EHHAT & B BUKEENE f5 , B AR 0. 2mg/mL.
[o128] (=) A SRR PT NIl AR A4 98KD 5 1 2 vl hifk 16 Kyl &

[0120] 1. SRBT AR AR 98KD e £ FulEHifk 1eG il#

[0130] IR (— ) 44k 40 MO8-His & 8 (3% M 200w g (ImL) 5 ImL 3p [ 58 42
PeFINR S LA S St PR Ve 22 K A b (sl db 2 e s 42 il b4 it ) , TR
Z ST, TR BE 7d 5 R R Tl 14d JE A B a4k B 41 MO8-Hi s fill A 8 1 i
200 v g (ImL) 5 1mL 36 A S A FNE S I G AT s e, s % 7d J5 F i Bk A
FETTEFR NG e — IR Td JGHUM A M HUAR . B AN R, W R8T — 2 s 5
P, BPUATE AR R (H ELISA VA @ PUARBN KT 1X10°) o 3538 U0 SR i, 43 55 1M
i, LL Protein G 3EFEMNTAE (GE healthcare A w754 ) , P A& ¥ B ERE UL B4tk £ 70
FEdiik 186, FYLEE Braford & & SRS IR 7] 6 0 s B R vk B2 FF i 1R 3h 22 vl (8g/L
NaCL, 0. 2g/L KC1,0. 24g/L KH,PO,, 1. 44g/L Na,HPO, pH7.4) Y% 4 1mg/mL, —20°C {555
H 2 IR S BT Al 28 4 J5L A4 98KD JEE 2 1 2 Se b B i 1gG. Westen blot IXE K, Hh 2
SLREHLAAR 1gG BRRE PR R AN 28 4 J5 AR 4K 98KD i o

[0131] 2. BT AM 4 A LAk 98KD 2R 42 BBk 1eG &

[0132] PR (—) 4ifbiy 4 MI8-His & AME N se PR S KR ( isldbg
9 PO 45 il PR 486 ) L B IR VRS PR 200 1 g/ Ho A5 N S AR KPR 5 3 K 5e 4
PeFNHEAT FLAk, BB 2 JRIEAT — OO0 5 S e, 0ok S e FH S AR R BT IR 5 SR AR B IR AN 52 4
VEFNHAT I, B3 4 Yk RIRAE 10d 5 BUM A HUARR R« BANWE &, 7] B 23T
— B RINBR ST, RHUARTE R R (FH ELISA VEMEHURSAN KT 1 X 10°) o 223 2 i) kb
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UK REUMTE, P Protein GoRRIENTHE (GE healthcare A =& ) , P2k f B EAE Ui BH 13
alith 2 selE Bk 186, F YL Braford & (A & =k I 50 &I e Bk B I F e e 2h 2% v
W (8g/L NaCL,0.2g/L KC1,0.24g/L KH,PO,, 1. 44g/L Na,HPO, pH = 7.4) {3k 1mg/mL,
25, 22 il BT A R A R 44 98KD [ d 1 2 il HifA 1gG. Westen blot IR, 1t
Z i BEPLA TeG Bt I UM Al R A R 4 42 98KD e .

[0133] (=) &S sbric BT AN 98 4 AR 2R K BRAET 1l 4%

[0134] 1. 4 KIRIEE T mbRIC RPN RAK SR & 98KD 5 1 2 e BEHi g 1eG R V4 AT
[RIRAL -

[0135] 1. 1 RIEEE T SARic HUARERE bR IC pH IR 2

[0136]  Hfhric e N A i R Eh 2 i pH 73 1k 5,6, 7, 8,9, XEbrid ™ R -4t ik
AT IR FE 2 , MEZANR] pH AE X AR IBE R N sE 0, i T &2 1 SAn1d 2 HUR N ¥ S £ pH
M T.0-8.0. ASZIGIEFE pHT. 4,

[0137] 1. 2 RFEE T Sbric PR A bR IC BRI S

[0138] & T RBERIRESZHRE A E N 1:1,1:2,1:3 & 1:4, H7F5 0 R
NS5 WA T = ) A DGl ASCHEAT 5 S5 W 5, 2% 3 A ()R B BB B R R I 5
i), ) 121 s b SR BTN 28 4K S5 A 98KD 4R [ 2 SLRE BT 18G R 1B L R /R IR BT L
NETF R SPURBEREEN 1:30 ARSI RPN IR LR i e bR il 2

[0139] 1.3 E&RZE=E T AR i HUIABRE S L3 RPN R 2

[0140]  DLAFEENZ. Tris. PEG2000-NH, 5k BSA 1E A3 A, #0811 & 1. 2 e 4
PEREAT AR id SOV » XA 7 A A0 18 AT 28 Ot 5 BE I 22 , WL Z AN [R] 1t P 51006 T
PR S AR, 45 R ER, PEG2000-NH, A e FE 3 R, Hon] B2 e mibnid B a9 i IR 1k
Feore M A i M

[0141] 2. FRicidFE -

[0142] [ ff B0 B PRI 2nmo 1 SR /K ME B 40\ 300nmo 1 N— FRFEBE HT L WP %
(sulfo-NHS) F1 300nmol #x — MV f% (EDC) , AR Eh 22 Pl (2. 9g/L MR — %M, 0. 295g/L
WS — SN, 4g/L EALEN, pH 7.4) SERN 2ml, ANMEHRA I, 37°C WV 30min J& , i&HT
FeBpil wEE A iEAE IR sul fo-NHS 5 EDC. ESEAL IR 7 A, i 6nmol HIZBHE ()
il B SR BTG R A IR A4 98KD i [ 22 U HUAR 1oG, G MY 2h, JITN B o 2 FE 0 5
L (PEG2000-NH,) & ZUKRFEA 196, 3 PR SN s AR FEAT A, R E8E [ Y. 1he
0.2um PES JE#S I UEFR 2R SR AN, SR 5 F DRV 7% 31 50000MW 88 38 BS.LE H, BL 8000g
B0 IAE 4°CTR B 1omin, [ 25 R R A B R RN BT ART RN B ). B R
JENE R A - BURB BT, W T 2m] BEIR ER VRSO (2. 9g/L HERRE M, 0. 2958/
L BRS040, 4g/L S48, 5ml /L 3R -20,0. 3g/L %4, pH 7.4) |, BB
3| 50000MW EBJE B0, BL 8000g B0 JI7E 4°C R E L 15min, A BB JEfE FE BT
M- DURTRERIS L T Iml BERR SR ORAFTR (2. 9g/L BEIREL 81, 0. 295¢/L BEIR —S14M,
2g/L 544N, 10g/L BSA,0. 3g/L S %, pH7. 4) |, 2 & T Sbsic P &K 5
IRGUREREL , BT 4 CIRAF % H

[0143] (VY ) &+ sibric BT A 2 4 SR AR K IR E 1) £ 2

[0144] HERESA YR AP ER (=) FrRRIRE 7 S PRI HUANG 24K AR 9 KR E T
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VT 1h, BUH, 25 °C T4 G 8 8E HkE R dem0. 6em/ 45, 4°C B HHEAE 4, & e 45
G

[0145]  sjfsl] 2 (1l 4% S o) )

[0146]  FF L ERIHIAS

[0147]  JCHIAS [F]EC 5 B FE o B AL HE 9, 8% 1 1 s An 0 U R IO, il il 2 Ik E
AR LA, BRI AR B 7 (RIARBAITIR ) o BUBEEET 4 22—k, 4%
HAEFE SRR PR AR D 3h, B T AWM W 37 CHl KT 5, B8 R A
demk2. bem/ 45, BEHISAE L, 25 C BB TR IR A7 . SRR IE S AE B A O3
w1 AR ERE T SR ICPURRPRCR, 8B TN AR .

[0148]  sfs] 3 (i 4% S a1 )

[o149] AU 2 (1 &

[0150]  CREASER 4T 4 F BT Ak Acmedem K/ o K SEREH 1A BTl 2% 19 BT 98 4 R A
98KD i 1 2 SLlEPLIR oG FIHT A 1oG FBEIR h 4 Pl R 38 22 £9R FE 43 38 2. Omg/mL ¢
1. Omg/mL . RERRELT (1) FRPT AN 2 A< IR A 98KD [ H 111 22 el Hiik 1gG 2 A\ BIODOT RIIJEEAY
WSk, W L 0w 1/em FIEBE TAHER AT 4E 5= b, T il 48 AR I B 1aG e
BIODOT RIIFEA Wik, & 1. 0w 1/cm (WM T AR 41 4 22 0 EAE O g gk, T 5 H 0 26
A 0. Temo PEMTUF PIRHIR AT 4k 221 37°C 105 2h, BYR AL dem*dem FIRIEE, 4°C 2 5
TRA7. ZILHIHIE .

[0151]  SjEfs) 4 (4% S e )

[0152] AR [y 2 2%

[0153]  NIZEAME 1 KK 2 X4 2 Ve — 5 30 .

[0154] A4 EARFELBI AR 4em*7. 3em K/, & H

[0155]  FGWROK SEARELBY % dem*3em K/, FEARAKE, % H

[0156]  ZHAE TAE T AWML NERAE, B R AR 7 _E R M R4 4 4, 1 St 491 3 B
AR E 3 RO sk 5 AR ZE 4 BURS R 47 4 25 BORGIS 2 AR 7 LB B 1 prde i A
PRDCI, AN ORI . LR, K S e Bt oK 2 6 1A% B 7 b, AL 250 S I
JEA R 0. 2em [ ES, AT BG5S MR 7 WA 55 R UT /D HCF . PR S i
% 1 TR 45 A4 2 #2 0. 3em TS TR 3 M2 %4L, 0. 3em BT8R 7 Eo &5k
SEHEM) 2 BT HGR  BIRE S E L 3% —10 0. Scm BB T 4548 2 [ 5ih 4 ab, B —il 5k 7
[RIZEINZ 0055 R T IRAR 7 B FF/ R o B 2 20T BIASIIAR T D12 WL T B Rk 4. Omm 5 1)
R, 4°C 3BT IR AT

[0157]  SEjifsl 5 ( N H SEEf) )

[0158] SR [ FH ik

[0159] 4% FITVESAF R & AL 7, B HAf AN e 500 1w 1 AL AL BV (2. 9g/L 8%
FRE 4N, 0. 295¢/L R —%(%N, Nonidet P-4010ml/L, SDS Iml/L,2g/L &4k4H, pH 7. 3)
(R TSR T, BF H SRR A RE AT T b AR S 7S A AR S, B 120 w L ARSI R
FERRER L, 15 08P TRAN AT (BL525 WD-9403A, AL it /N — 10 A, RO R
K 365nm) WLEAT I &5 R o FFRE T A AR A JRARPT R, W5 25 A 8ob &7 SRR
[RIBT N A SR ARG KRS 5, I JANTVE e S ER AT 4 2 b 1) B BT A Jif 28 4 A
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98KD JE 85 1 £ va FEHUAR 45 5 Jo 7 RN UR T ARSI 26 Ak 23 TE il I IR AT LI — 25 28 Ot
MLk, Re:i& e EF bR PiR gk ZM 5P 16 456 a8 IMRIBUR T B LA IR A]
LRSS — 2Ot IR e s A e R IR TR AH SGHL R, WIS B — 2 POt B e . i 50k
JR S AR I, WHRZAS IR 228

[0160] sty 6 ( I FH S fEfe) )

[o161]  AJ B A F A8 R 2545

[0162] St T BT B i 58 4 ) A4 B i A e IR AR - IR A FH 73 2 RS9 5
Pk KR E 2 IR

[0163] 1) Ferihidie

[0164]  FH TN I8 & Lo JE AR 40 A PR 18 4 B 55 (Long A%, ATCC 4= VR26) A4 %7 J&
& (ATCC %75 15531) « Al R AC J Ak (AR-39 ¥, ATCC 45 53592) AR5 3 2 (GB K,
ATCC %2 VR-3) - A9 EE 7 % (Gomen £k, ATCC %S VR-7) A F IR I 25 (HINT, ATCC
i'5 VR-1743) \ N QTR E: (ATCC 45 VR-790) Uit /Bmg AT B (ATCC 45 53781) Jifi
REEIKE (ATCC %' 700670) AR A 28 A I A EATAS I, A0 4 A6 0 25 3K 67 A= 1)
FE i A BB Ay S 7

[o165]  2) MEURMEIRE:

[o166]  TH ik ) s N i 58 A Ji A4 35 S A0 s R AR AU RBURS R A, 0 o ST 4 P ads ) S
RRTIAE RAC AR R PE (AR-39 &, ATCC %5 53592) UGN A Ing/ml.

[0167]1  3) I PRI {51

[o168] LA 28 A it (A4S I e he — 55789 E A 2 I, B 68 1 RPIRRE T~ I R e 11
T VELVRE R VRS A FH S5 4 By i FRAST I R AT AN, 55 7R B 1 2604 27. 9% (19/68) , A
¥l & & 26.5% (18/68), 2 Fh T VEMIFT &% K 95. 6% (65/68) .

[0169] & L ImIRARAS RGN &5 R

[0170]

YRR iR BT

BRI B B Bt
R 17 2 19
B 1 48 49
Bl 18 50 68

[0171]  FHEFR I, LA BT A R ] AL S o 28, I A F DARR A & B, ML
E A S RS Ao R ) 2 P BT AR AT 4 25 8 80 S5 S A 5 AE AR I I DR AP [ 2
A
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[0001]

FF 31 &

CATATGACAACGETTACTACAGETCAGGEAACGC T TTCCTCAGCAGGAGGCETAAAT TTAGAAAATAT
Ndel
TCGTAAACTTOTAGTTCCTGGGAATTITTC TAC TGCAGATCOTGOAGC TATCARAGGAGCETCTTTCCT
T TAACTGGCAC T TCTGGAGATGC TCT T TN TAGTAAC AACT CT TCATCARCARAGGGACGAGCARTTAC
TACTACAGCAGGCGCTCGCATAGCARATAACACAGCTTATGTTAGAT TCCTATCTARCATAGCGTCTAC
GTCAGGAGGCGCTATCGATCATGARGGCACGTCGATAC TATCOAACARCAAATTTCTATATTT TEARGS
GARTCCAGCGAARACTACTGGUEET GCEATL TCCAACACCARGECEAGTECATCTCCTGAACTGATAAT
CTCTARCAATAAGACTCTGATE T T TRCTTCARACGTAGEAGARACARGCGOTEAEGCCATCCATECTAR
ARAGCTAGCCCTTTCCTOTGEAGGUT TTACAGAGT TTC TACGARATAATCTCTAACTCGAG
Xhol

M98 &5 RFF51

TTVITGQGTLSSAGGVNLENIRKLVVAGNESTADGGAIKGASFLLTGTSGDALY SNNSSSTRKGGATIATT
AGARIANNTGYVRFLSNIASTSGGAIDDEGTSILSNNKFLYFEGNAAKTTGGAICNTKASGSPELT ISK

NKTLIFASNVAETSGGATHAKKLALSSGGFTEFLRNNY
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