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L. —FIE BB A Arah2 BRUES G607 vk, R EAE T RFEUL N TZE D% -
1) Wi fg
HAE AR A 5 R R GEAT 240 2 R R IE SRR S B0 T Rt 7, 15 348 4

2 FHAE ) ) %

EUAEAE R LA 10ml /g NN pHS. 0 3R 0. 5M ] Tris—HCL Wy VR4, FETMON 3 BRI
B, 13RI AE R A BIEWR

3) Wit B 7 ULV

B AE 8 A BTSRRI I N BR B, A NI B4, B AR R A O B B T RN B IA 30%, R
BB B0 5 I I W g SRR i NI IR AR LR IR 50%, FFEL, B s B0 1
1 VR P 4 2 18 I N R T A M B A T0%, B, B0 R DTTE, H pH T 4K E
0.01mol/L [ PBS ZZ i R % , ACIRAZ, BRIVTIERBED 1 5

4) TEHL RUTTE

T ZHY 10 1mol/1 ) HCL 2 H 50N 5. 2, BB B0 sUTIE A pH 7. 4R E
0. 01mol/L [¥] PBS S ¥, 4°CIRAT, M EIVUE B 11

5) IFEMT

HLyiiE S 1 GBS, ] PEG20000 3EHT, 198048 4 8 (MR

6) B A E T

X DEAE-Sepharose Fast Flow & 7452871, H pHS. 0.3 /& 50mol/L Tris—HCl 2
BT, LLO. 3mol /L NaCl YRl s v 3EAT Vet , G 3 2 S8 Iml /min, Smin [B]R% H Zh Y,
Fr Il 280nm W e, BRI, 3BT, W 4a, 19 BIAE AR B R B 5

T PSR E T

il 2% S B SR AT, W A6 A BUBCHL B V28 BB 10 Arah2  SURBUER 11 1K) 55 va B LA 1) f iz
SRAFEZAT, LA pH2. 43R FZ 0.1 mol/ L glycine—HCL ¥ ¥RVENL, YENE A4 0.5 ~ 2ml/
min, PSR WO 19 26 A BB A Arah2 AR .

2. WIBRURE SR | AR () — A6 AL B0 AT 1 Arah2 brdfk Sk i i 4 0 v, HORRHEAE T BT
(K538 1D FREE ARl 7 1F 60°C HIBUAE R bR 6 /NI, 40 52, TR Bt s B RERUR R, $22
WEAE AR R < 1E CRe AR 12 8-T —20°CIE A AL HL, 4°C TR 10000r/m B> 10min, {025
IE O, BHE T Gk 60 H i, 4 CHRAF4 H

3. AARCRIE SR | ATR ) —Fh e AR BB 8T A Arah2 brdk sk i 4 7 v, HRRHEAE T BT
(R IR 2) HRON IR 25t < 200W FRE 75 B eSO A5 100s, BHIK 5, [AIBE 1s 5B IE B0 4
£ :4°CF 10000-12000r/min B> 10-15min.,

4. BCRE SR 1 TR E— R e A B SR A Arah2 bRk Sk 46 02, R AEAE T BT
(KI5 3) Fl 4) th¥E & E R A CHE 8h B4 :4°CF 10000-12000r/min B L
10-15min.

5. GIRURIE SR | AT ) —FhAe AR B0 A Arah2 brdE sk i 4 v, FURFHEAE T BTk
(KA BR 5) thiE M 4414 4°CiEHT 6ho

6. WIRLRIE SR 1 TR i —Fh A AR B R A Arah2 brifk S 46 v, FURFAEAE T ATk
[RP R T i) % S S R AR LA -
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a AL EERL
b BRI
SEARBUA G B AL DT Arah2 BUBCER (B 1 5 50 B HTRLE B ISR b W P AT 0B

s

R —AN A 28 IR A, OHER I I BRI 2 & DU I B 22 i
AR BN EREYA), Ei 1 h B 4 CIE R IR S ORI L F R BT
PRI TR VP € e 3 SR FIAT AR IR .

Pk 2> 5 REIR A PURRAR AR ERZE MIRIE VR 2 RIPUA

BT R AR IR R R R 7 B B T 2 P, 78 4C A T I s R B IR AT T
BCE 2 h, B PR EAL R, BEE 2 CE T pHS. 03K FZ 0. 1 M Tris—HCL &, i
H 2h;

P FH A =SR] pH S B FR R A B, Mg i A b 2 B ARSI B
BB IXIEMNE RN A S H 0. IM LR / LB, JamSEBAEH 0.1 M Tris-HCI ;

c PSR AT

FHARIBR I DU S B SR A R B S A, i Je B TR 4 MR AL LA K/ kAT
BB, N, 55 R S B
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—MTEEBBER Arah2 TRERBIHI 75 E

B
[0001] Ak WY J T 2 1 (¥l 26 75 %, FAA e — e AL BUBGER 1 Arah2 BrofEdh IRl 2% 7
o

BEHEA

[0002]  frip i i St 5 B A28 (WHO) 27y 24 iy tH: M i oK DA 2 i) B A6
BEWANAKEREBIRZ —, B/ RRES SRS B2, fe A 5UE TR0
Mids, RAERR R, SHAEYEBNARZAET, B —MAGHEREE, Aak
FAERS I T A i 52, AN S R s Y, B Ry, 2oy AR
P SRR LR o AT SR AE S R RS S s o, 21 SR A R A R BUR 4 Ay, e T
CLSE A g0 T A6 A ok SR 0 A=A R M B 5 o T ik R et L S5l 11 5 R I S 50 44
EE, I B AR e T SO0 46 A= 0 B 98 LR AR A A BUR A I . 7 B K2R gk
e (2007) 7EHA 4 BV IS SC (IR A AR Arah2 £ SEE SRR HI%& L H N D) AT
—Ffr k4% Arah2 46 AR 0 7725, Al LA VYR LT A0 A S SE I 6 5, SR e IR L 2 A
FHES 72240 2 M7« SDS-PAGE HEIK AW, 15 31 T ML vk 2l (2R >95%) [ Arah2. {H2i% 7774
A T 5L 50 5 /A i, R BEIA B HUAAL ) 2% B

ZHAAR
[0003]  EFXTIRAE HARAEAE R M, A K B H AE T oot $2 4t — Pt A B A Arah2
BV S ) & TR AR T %
[0004]  Frid ) —FP e A B ER (1 Arah2 bR dh & 7 v, HRMEE TRFEL N T ED
%

1) Hid i

H A6 A= b LK S5 A YR AT 2 40 J2 R IE CBE TR~ B0« T R %, 45 246 4

2 FHAE R I ) %

HUAEAE 83 BL 10ml /g AN Z pHS. O UK FF 0. 5M (1] Tris—HCL %y VRS, B Mok e
B, 1R R A LB

3) R EE 73 U

AR S A BTSSR BR B, A i B d, B 25 9 0 B B T R B IR 30%,
BB B0 E K LI gk SR I NI IR L R MR IE 50%, FHE, B0 s B0 SN
¥ VR R 4 R 2 18 i N R e T A LR B A T0%, B, B0 R DTTE, A pH T 4K E
0.01mol/L [f] PBS ZE R 24 , 4 CIRA7, BRIV RHEW 1 5

4) S R UTTE

EUTREZEY 10 1mol/1 1 HOL 258 WL 5S04 5. 2, BB B0 sUTIE A pH 7. 4R JE
0. 01mol/L ] PBS L2 B4, 4 CIRAF, 13 BIVTIE L 11

4
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5) FEHT

Byt By 1N GENT R, F PEG20000 JEHMT, 3 201648 8 A AR

6) B A HRE AT

KX DEAE-Sepharose Fast Flow & 145 #71, H pHS. 0.3 /& 50mol/L Tris—-HCl ZZ
W, LLO. 3mol /L NaCl Pt i iEAT el , W 3 2 008 1l /min, Smin [A]R% H B4R,
I 280nm WL, e BRI, 3Z T Wi, 13 BIAE A BBOH R B

) RBERAR T

i) 8% G e SR ANAE , AR AL BURBORL 8] I AR BK T BT Arah2 USSR I 5 v FE AR IR S iz
SERAEERT, DL pH2. 43 E 0. 1 mol/ L 1Y glycine—HCL Y& BERL, YERIEE 4 0.5 ~ 2ml/
min, WEEBENEE, 15 2764 BB R 1 Arah2 bRt
[0005]  JITIR I —Fh AL A SR ) Arah2 FRUES & 77 SRR IETE TR P 5% D
WA AP 1-1E 60°C IR U5 6 /NI, 232057, MR R Al R R e UR 17, 4 BT AR R
JUE IE OO 1:2 34T -20°C I A HL, 4°CF 10000r/m &0 10min, 52 IE ke, i

R T Ja ek 60 B i, 4°CERF % H .

[0006]  JITAR 1) —FifE A SRR 11 Arah2 bl b 10 il 25 75 325, AR IEAE T ik (120 38 2D
RO B 25 AT < 200W 1B A5 R A PR 75 100, BEIK Bs, [AIRG Ls s B B0 50 4CR
10000-12000r/min &> 10-15min.
[0007]  JTIRI—Fi LA SUBER A Arah2 FRAES R4 077, SRR IETE T Pk 120 2% 3) A0
D PFESM N ACHE Sh s B L&A :4°CTF 10000-12000r/min B 10-15min,
[0008]  JITIR I —Fi LA BUBER B Arah2 FRAES K48 07 7%, R IR AE T Prid 10 4% 5)
FENT AT R 4°CIERT 6h
[0009]  JITIA I —Fi LA BUBER B Arah2 FRAE K48 07 7%, R IR e T Prd 0 5% 7O
il £ e e 28 AT HAR L4 -

a AbTREE

b RECHTL I

SHHUAR LR R ARSI BT Arah2  BUEGER A 5B SRR BURTE B BC S ph i 3T
s

EIE H— A IR AL, ORI PO UM 2 & Jrik B IS
AR A BTN EEIRYA, iR 1 h BCE R ACIE R, R RSN 66 B v e v v R R T
PRI TT VR E Sz ok AR IR

Ve 2D b SRR BURFARR IR S Mg U 2 RINHUE 5

B AR IBEDU AR B S B B I S2 i il 78 4°C 4T I EE =AM T
JBCE 2 h, BT RE AL RT], BEE 2 CE T pHS. 03RFZ 0. 1 M Tris—HCL i, i
H 2h;

AT 2D = AN pH IR IR VRS A L, B AP g 2 /b 2 5 AR RIA k
BB IXIEMNE RN B S H 0. IM LR / LB, JamSEBAEH 0.1 M Tris-HCI ;

¢ AR

AR P AR I S S A B B E AL, f e IR G 4 AT LA KN iR AT
BB, AR, 5 5 1 5
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[0010] A< H 30 e VL SEURB BN B, GR35, 70 LIS 0 26 % Uy VA 45 2 75 B
TEAE AR, KRR HO(R B T JUAA3S 1, JE 5 B MR BT o 26 b S UL 18 T e
BTG 8 5 4 S0 R T I KRR (U 0 7 Ao 50 0 40 5 BV o, 9 T i
) T B B4 UK

i [E] 15 BF
[0011] 1 e AR 2 G K, Hrh M A Maker, 2 S2jitifs] 1 51 0.1 mol/ LY
glycine—HCL %W VE ML f5 BT USC 2 T W8 VAR o

BAXHEA N
[0012]  DAR&5& skt — vl AR 3
[0013]  SZjtEffl] 1 :—FPe EEUBER [ Arah2 FRUE ST H] %

DNl

EAEAEFhF4E 60°C IR R HbIE 6 /NI, 2220 5, WA Al 5 R R LR R, 4 IR A E 22
WA E E ORI 1 :2 4T -20°C b 2 E, 4°C R 10000 /m B5L 10min, 5725 1F O
Ft, Wk AT 51 60 H i, 4°CIRA748 L 13 BITE A0
[0014]  2) FHEE TSI

16 45 %y LA 10ml/g i N ph8. 04 3 BE 0. 5M [#¥) Tris—HCL ( & 1mol/L NaCl,8mol/L JR
%,0.07% B-3iFL L 0. 5mg/ml EDTA), EIRIR-G#SVRS, 75 200W [ 88 7 AAAE A% i
100s, BEIX Bs, [AIBE 1s (A T HERF4RHL ) , 2R 5 1 .00 (10000-120001, 4°C , 10-15min) LA
2B, "REMEAEER BIEE
[0015] 3D Wi PRk /> K UTiE

AT A EIE WD S22 MG ER B, A i bt 15 20 Wl it IR e VLR 3K 30%, 4°C
#E 8h,4°C 10000-12000r/min B5.0> 10-15min, S50 5 M) F 35 W 4k 2L 2208 I B Rk 1.
2RI 3K 50%, 4° CHEE 8h,4°C 10000-12000r/min  B5.0r 10-15min, B0 5 () 35 6 2k
S AR I N R B B 2 VRN B 3 70%, 4°C##-& 8h, 4°C 10000-12000r/min 5.0 10min, Y&
DUIE, A 0. 01mol /L (pH 7.4) [ PBS ZEMW R , ACHRAT, BRIVLIERHED 1 .
[0016]  4) ZEHL S YLTE

76 PH U W48 T 25 S 000, DU B 10 tmo1/1 ) HCL £ p15. 2,4°C R & 8h,
4°C 10000-12000r/min B0 10-16min, FiRHIUTEEH 0. 01mol/L (pH 7.4) [f] PBS 21
T, A CIRAT, R T 1T .
[0017]  5) i&EHT

B iE R T2 NGBS |, FH PEG20000 F 4°CiEHT 6h, 15 34828 & FUH R .
[0018]  6) B ACHZHT

K HIH S 728 # Ig DEAE—-Sepharose Fast Flow (16 X 250mm) BE4T70 5, fe 4 82 Ak
P EAERT, FH pHS. 0.3k JE 50mol/L Tris—HCl ZEmPws i F-4T DEAE-Sepharose Fast Flow
JEHTAE, fE AR EAT S, 280nm Al EE U, H 0 ~ 1mol/L NaCl JEZL VRN, Wb
0. 3mol/L NaCl JEMi ¥, JZ T, Wi, 13 RI4E A SUBCH E E .
[0019]  8) Gy MEMT o
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[0020] 4% G SEFIAE, FH pH2. 4 3KFF 0.1 mol/ L ¥ glycine—HCL % (7.5 H&A M H
ZEMRKESAA , A pH2. 4, 2 IL AR N e, BERIRIE R 0. 5 ~ 2ml/min, YCEEVENGH, 19
FITEAEBEBER A Arah2 ARifEs
[0021]  JL A il 5 e e SR AT AR AL HE

a A FREEI

b HEPTIA

B BT R G2 o U AR A AL IO BT Arah2  BURCER 11 B v B T AR AR 18 IBE 9% b v b gk
AT 3, Bk BB IE 22 b ¥ 4 0. 2 mol/L NaHCO,, £ % 0.5mol/L ] NaCl, . il « Fx HY
16. 8gNaHCO0s, 29. 22gNaCl ¥fiEH] 1L Z5M/K 4, i pHS. 3

fEIE H— A R R A, ORI SRR UM 2 & ik B B 22
WL AR JE B R EREISA), IR 1 h 8 A 4°CRR, R RSN SR VRN e R R AR B
IR TTEEVEE Sl S AL R TG ER

Ve 2D b AREHE A BURFARR IR S BB U 2 R

B AR RPUR R B 5 8 2 B P G2 i il T, 78 4°C A N I E = E T
JE 2 h, B AT ATE R, siE L CE T pH8. 0,0. 1 M Tris—HCl 2+, CE
2h, FTIR (3 SR 0. 2mo 1L H 282, Bl il «FREC 15. 014g H2A MR , , HZR1R/KEE,
pH8. 0, JFEAF| 1 L;

AT 22D = AN ] pH SRR BESR A B, B g2 2 b a2 5 AR ik
L B —IRIENE VR NS H 0. IM I LR / LA, e BEBE &4 0.1 M Tris—HCL ;

c AR AT

AR BRI DA ) S 2 R RS B R M AL, S a4 TR G R 42 BAE LA R/ EAT
BB, ONAEH, 555 7 T B
[0022]  SEjiifhl) 2 Au B I BUR Arah2 [f) SDS-PAGE %55&

XS] 1 AR A BUER B Arah2 dRvfE S 3EAT SDS-PAGE HLJKIE 7 1T 3 it iR
Hop%E. g7 mE 1 PR,
[0023] [ 1 P4 B AR 4> T80 19Kda Ab 45 B &, 5 Sokiid —30, #E & mh
R A AR Arah2,
[0024]  SEjif5) 3 - FH ELISA Il & BTk th

L\ AL Bl <K B b AR AL N 100w 1 i £ 1 o s B W (0. 05mol /L, pHI. 6 )
NaCO,~NaHCO, ZZ /M 1g/L 58 B, 4°C, f B ik . W, A 0.1 mol/L. pH7. 4 [¥J PBS
Tween ZE10 (55 0.5 mol/L  Tween—20) WFLYER: 3 ¥, 1T
[0025] 2 FFH AEFLI 250 1 1 10g/L BSA-PBS ¥ (T 0. 01lmol/L, PBS, pH7. 4) #H4T
B0, 3T CIRIR 2h, 572 BV, PBST ¥EH 3 UK, BRHR Imin, $0F 5

3 ek K HUAH 1g/L BSA-PBS ¥ A% LUAm e, BEFLIN 100 n 1 AS[FIHGRE UL, 4L
3 AEAT, 37TCHYE 1h. PBS Tween ¥ESS, T 3 K.
[0026] 4. fNEEFR —H1 BEFLIN 100 1 1 SEPT A TeG-HRP &5-54) (] 1L BSA-PBS % H% /A A
EE 1:6000 #i%), 37°CHFEE 0. 5h, 285 H PBST 2 pei 41+ 3 K.
[0027] 5.V < BEFL N EC L I DY B IR0 — v 100 1 1 % F 15min, HUH,
SERTIIAN 50 0 1 2mol /L H2S04 2% 1k i, I EEFR AN A450 {5

7
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[0028] 6. &AM fhsE - LABH I MR AW G(E A ZEHE, BH 1 OD K+ BATE OD {5 3 4%, H. od
ER T 0. 25 Prdt M IS (R R P R Z MR R0 o GBI R R I SLIe 25 38, ] [ LOH v
R AR ARSI, (SR 1 A5 RTe A SO ) 2% DR, ik 2] 1:81000.

P EIEAUR Arah2 bR o2 Ja e AR 2 i e

ClonelID |Blank [1:1,000 [1:3,000 |1:9,000 |1:27,000 [1:81,000 [1:243,000 [1:729, 000
E12H1 0.073 |1. 868 1. 379 0. 924 0. 605 0.374 0. 169 0. 104
D1A1 0.073]1.69 1. 207 0. 821 0. 589 0. 312 0. 154 0. 148
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