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[0003] 2 HL5E Bk B 0 M — FBU0E AU B 1EVE (GO i BB it ik (HPLC) J <A (i
JRAG B (GC/MS), IX 887735 R g #ERA, T AR I 5E 2 M 254, {EL75 22 & 5 A S
FE L AT AL TR R 2% L BB A I AR v, i LR b N S R A, ARG A XA e AT I
Yy B BRI (0 75 220 DRI, SR — b i B PR 3 T AR 29 5 B B M A 1) o M 5
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ITTIE A4 G5 i AL AR JEURT B g B A 10 1) 6 LA SRR it AR 2R A HEOGBEAE T

(D) R & 5L iE 2 RE 5 A IS A &8 BSA) 5k, 53] 4k i (2
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c. HIZBER (2) Mg m4 96 FLEIR ;

(4) b A AL 2 S A

B AT B AR (2 R5E -OVA) 2 LB, A 50 1L )2 e 3% H I RLH
TN 50 KL VARt iBiRs BRI 2 e DA, 25°C ~ 37T°CHRY; 0. 5~1 /N, PRt 3 4%, ek
ZEIVRARRER 100 MWL Eu™ - SRduBITIE, 25°C~ 3T°CHRH 0. 5~1 /NI, BEEIREE 6 1K, I
200 HL IG5 6 80 5 M5 6T cps, IRBEFRAEI et B P 2 R e & &,
[0009]  E3A i) i AR AAA 2 2 LR, SR 96 LI 2 AL BBAR Ry M i
[0010] A< B 32 SR FH I 18] 70 5 't e B 73 W i Al 22 SR SR F IR 18] 73 9 2016
I HARIBOR L EAT AN TI 1 55—, % 5 PR B Sw LA i) 26, A BRI S ot feJ2 /)
B M AR ST RO, 43 B0 0 BT 2 SR 1) BT B AR (R 28 AT AR 5 DAAA N A BB K T
KEHI&IUE, fEH Protein 6 HEATAIL, SRIGINZ RE R0 FEHUA TeGo 88—, Eu’Hrx
PRE/ RN R
[0011] AR HIIE J7i5 E R FEAL R AR e I B B 2 R g -OVA I 2 fLA K
AR TN TG ft 21025 AL P BRI 22 SR UK, IR B, i 18 1Y) 22 R 5 AL
BRI 2 IRE -OVA SE4+I 2 2 DA, VL iBiso i, SO0 AR 1 2 R 2 Uik A Ye e D SR o
Welkd . N Bu™= SRIURPUIE , BEAT RIS G SR, P BER eI, OS5 ¥R A TR
Bu™- Geii MOUATE S D IRk R 25 0 IS8R IS , 7E 58 AMT RIBOR T R ETHIR 3R 72
o, R IR) 7339 52 AN 58 HROG R BE epss, % 6 i - E5 A ot oy B0 AR B2 Al S B, ke BB o
LEED AR E R TP 2 RE R .
[0012] AR B ASE U J5 V AN 75 22 & B IR » 5 i Al AL 2R ] 5L BEEW S 45 A A, P
2 1251 R MR RO, SR AR TR 18 A e PR 38 T O e O R A DU

B 1352 PR
[0013] & 1y WA 22 2R 8 bt et 5 U4 IR TR-FTA B #1011 it 2 1 o

BiEmh N

ST
[0014] 1. %P i 5 E a8 ] &

ARG R (2 R -BSA) A A AERAFRE 2 B E 324mg VAR 2mL N, N- AL
FBLRE R, BidE TOBT I v — 28T BRIEW TE SOSE 3 /N, Y7 SON pH 10 245 - 19
OFRFITEY) . B ok S BLEF N BSA JE H (320mg BSA & AET dml A3 57K, Fn
N N= 32 BRI E IV B (NHS) 23mg, N, N— 38 L3RR I i (DCC) 45. 4mg, 4°C SN, &
R B DTN, B L5 A IR 2P (PBS) IEMT 3 K, B 6 /NI B FE B 8, 1 BT 45 7= 041K
T, T 20 CIRE%H

AR (2 58 OV IIA I AE BB IOBIHT, 4 BSA i OVA J5, 13 2 R BRI 2 3
SE —OVA, IZARIBAME Sy TR-FIA Aar il ik 1 Sy A0 e SR A H
[0015] 2. Fp og BE P &
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2. 1 B %

FH 20 B8 1 i 24 16 G0 0% Ji 43 il G 0% 6 S MEME Batb/c /N B, B RN BB R &N
1001g/0. 2mL. B VR %P, FHTCHE 0. 0lmol /L pH7. 4 PBS VM %)% 5 (£ 55 -BSA), Fi 5
FEIPRTEVENRS, BEAA SNEFE T 2 ~ 3 fES e smsE, H 0. 0lmol/L
pH7. 4 PBS AR IE )R 555 & i IR & EANRS, 7893k, /AN RIS ESS . SRR IEFE 14 ~
21 R, B8 3 IRWIE G 7 ~ 10 RFIFUEXS S /N bR FHICR L, W AR Iy, I ELTSA A7) B
ME XA . RIRGIEGRIE 4 B UL L, ZEAREL &80 3 ~ 4 K, IS 2 B2 -BSA FiJR
100Kg/0. 2mL/ R, {155 fG RERIE B EE, RAERLA R /N BORAS R
[0016] 2.2 FR b FEHUAA ] &

A3V G /N SR A R, AT S0 SRR A . B L R A Balb/c /B, A
R FIE F3C L 4925 XL 75 VR N B PR ALY 5 AR BT o /NS 75% JEFE IR MY Smin, AT BAR T EE o F/N R
VU Ji 851 5, 98 i B e AF /N B IR0 R bk, B —/ O, S 30 R vk, 8 HH I e, 6
— BB T, AN R R IE R R B T8N O e BN ), BT T8I e
Fi, 5 0 RNE, P 40— 25 3 bl FH S50 JE AR NE , FHT B 10 BT AR TR B I, SRS N 50 KT
(5] 2% Nl B LAl 5 0k (RPMI-1640) TA0 3 2% b, #EATHTEE, 5605 HH 4 e, B L
A3 BB 5) S0, AN GE B Ll 5R JE (RPMI-1640), #1 & 2min, ¥ 1 J2 240 M W B
RN i B0 B s v, R LR ERE 19K, 1200r/min B0 10min, B2 LG, ¥ 10°
ANE RIS 1 ~ 2X 10 SP2/0 B HER 4 #% 18 1:10 BX 1:5 ALl im N v,
HATIRST, SR G T 1500 /min K5 10min, 32 B 55O RIF04E KE KR K48 F,
O FBAENR T . HTF B IR R e 8, L UTE A ML 3, HInE OB E T 37C
K h . 76 Imin W85 50% PEG 0. SmL N &0 oh, i il B 4 R & AR R vl
Y. FRAkLEHE 30s S5, FE Imin, RSB I FSeBEAT 37T°C TR 40mL ZEals 77 4
(RPMI-1640). INFEAEE #7775 25 Imin POEHEE A InL, 55 2min WIEHEHE A 2mL,
% 3min WIZETEA 3mL, 5 4min PIZTERE 4ml, 7ERRRINE; SRR F 2B, 7R
M P R AL, B R R AR K RPMI-1640 5 #2488 I . 1000r/min B§.C» 5min, fR % I
B o ORI F HAT 1535 5 B R A RO 40 B, B N 22 BRI . FR 4 75 ZE 4 IniE =11 HAT 15 3%
S IRAS), B S A SR AN 40 M Ak A v N 21 96 FLAN e SRR I, N &£y 150
ML/ fLo 3R E T 37°C 5% COMMANE RS F= A, HATH 3. FHEE LI EE ELTSA i
% PH RSN B e B . e RESE BH SR AR K AL, A BR AR R AT v B o 5 SLAR BH Pk AL, 33
1T 24 ALY KH% 9%, BT84 BELISA M) #5554 ELISA X K52 L0 _E B EEAT #6000, 1A
$2 ELTSA Fl[) 3255 4 ELTSA 25 4 B PR AL R A M AT WA TR AR AT . B B &, AT
3 IR ST R G IR IR A SR A bR . 2SS T AN R 20 2 IR AR AR TR AT B2, 28 R 2 i 4
WHARRRE o AT ZR 2SR AN M G Ea AR U1 50 K5 Bk 2 A8 TR AN M B ATLOZE 6 20 40 e, J3H4T
A G AR LB T A0, BTSN M G AR S B RSP IR . /0N BB e e B AR B 40 4%
SP2/0 2l i () Y AR L B T I5%0N 62~68 2k, i A IRISTRAF 1 20 AR Z A 40 B e Ak 50 B
HAE 92~103 45210, IR 96. 8 %k AZRACTAAN MU G AR H 7 T WIS AR 40 i i e 4
BEH, U2 PRI 23S . BRAT BOAR AN B A i i B 5% LTE VR AT 1010 WS,
Je s ELTSA J7 VRN FoA I 2L, Z AN AR b I B AR R TGl SRAHE IR — TREREVEXT
NSRRI IEAT 24 . 1% 5 T BT ] T il & g i) 3 2 SR IR £
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[0017] 2. 3 FFaBEHUAR 24k

K FE R - TRERE R /N R A BT 24k BN R UE K 10mL, I SRR 2 b 2 22
PR TE B AR A, IR 30min. RIBHE 15min 5, B EETREAAEOE D,
4°C, 18001 /min 250> 20min ;X 5V 18mL, AN 36mL 0. 06moT /1 EEESENZE M, ] HCT A
pHAE % 4. 5, 8- FE N AE 30min WIS FER 297 ML 4R HEH: 10min, SR EHEAN 4°C
UKAEE 2h, 4°C, 15000r/min (0 30min, EIFHRELE 0. 45km JERILDE S5 AR 50mL s A
5ml. 0. ImoT/L HITEMEE 22 MK, FH NaOH U8 pHAE % 7. 6, #itH: T 2 EZ MR IR H £ 2K Ny
0. 277g/mL ;4°CYKFEHE 2h J5,4°C, 120001 /min 550> 30min, ¢ 3% sPL3EH 5ml 0. lmol/L
IR IR 2 1 EE B, 5 NGB TS, I 5000mL, 0. 01moT/L pH7. 2 PBSZEFl 784 B )G , F
2000 mL Z&VR7KIET, B F 3000mL =255 B /K& 985 4°C, 120001 /min &0 30min,
FRULVE, WA LB B IR T o fidt SDS-PAGE HLK, 8 5E B 50 B HUAR I 411
[0018] 2.4 fPibi LeG BRI

F Balb/C /INEs, TG G i FREHT VG == K 1 f, il &6 w8 R A b B TG s A i SR H
LRI BRI Ve V2250 L5 HEAT R IR , 28 G200 A3 549 31 s 40 B Y S 370 B, TG
[0019] 3. 1. il &3 S ARG I AE

HUAMET 50 mmol/L PBS pHT. 0 [ 5g/L Syt AT 1~2mL, 48 PD-10 #H 5L e 22 i £%
P, BEE NS 0. 155mmoT /L NaCT [ 50 mmol/L Na,CO,~NaHCO, pH8. 5 Z2yhi. WWHEEH A
e , 228 55 HNIR U 23 #7581, 46A280-0. 74A260), FI_E3A W i R B e il IR DA & 2¢/L. B
500~1000 1 L FBEJG 0 bt BTN 0. 2~0. 4mg 1) Eu’'-N,-[p- F&EIR - F5 1- =
LA =RV 201 (Bu™-DTTA) KN, 30 CRE FI R 20 /N o RSERZEH 80mmo T /L
Tris—HCI pH7. 8 ZEM R -4 Sepharose CL—-6B ki (1X40cm) JEHT, Ay W i 52 2 1 04,
MR
[0020] 3. 2 AUt [T AH B i ) 4

¥ £ J 52 -0VA A 50mmoT/1Na,CO,~NaHCO, pH9. 6 ZE1yRFBE 2 1mg/L (40857, 96 FL
ARSI 100 p L, ACHREN A . FFEABM, M=, i 150 n L & 3g/L OVA [ I
R MR, 4ACI B . FEEBTH, a1, IR B G B 20 CHR IR IR
[0021] 3. 3 3AFI A il

(1) 2 R FrAE RSB 45 2 8 bl i, MR RCA Ong/mL, 0. 01ng/mL, 0. 025ng/
mlL, 0. Ing/mL, 0. 25ng/mL, Ing/mL, 2. 5ng/mL, 10ng/mL, 25ng/mL, 100ng/ml. ¥ E, FREE
79 0. Imol/L pH7. 5 BB h 22

(2) MW :8mmol/L NaCI.0.2% OVA.50 umol/L — ZJ& =f& i 2.1 (DTPA).0. 1mL/L
Tweeen—80 F 0. 1%NaN, [ 50mmol/L Tris—HCI pH7.8 ;

(3) ¥t % ¥ N :14.5mmol/L NaCI.0.2mL/L Tweeen—80 Al 0. 2%NaN,f¥] 50mmoT/L
Tris-HCI pHT7. 8 ;

(4) SRR RIBCH] < FH 15 umol B — ZEFBE =B .50 umol = IEFRA AT ImL
fif1 438 X—100 J0 pH3. 2 478K —~HREM R, HE w2 1L Eblm k.
[0022] 3.4 &R UL

BT Lo i) £ BT, AR B TR 22 SR (I 8] 43320 16 H 8 43 A ik R G A 4
TR
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(1) 96 FLEFFRIR X 1 He

(2) Z R EbrifEsh Img/mL/ L 5

(3) Ii & R EHURGE T, FIRH 0.5 mL 288K

(4) Bu® ~ bt ST T8, I 0.5 mL 43K A7

(5) HHGEK : 15mL 5

(6) 10X FFW :30mL ;

(7) G 30 mLo
[0023] 3.5 5 2 HIVE = I
Az B BT A G R A R = (18-30°C )
B. i I Ja SERRE Al s Bl 2-8°C
C. WA E RE U 2 B RER ;
C FEPTAEIR I B R R, O Z IR T, 85 S A AL

E. BUH 7 FEE A LR SAESE A F LA R0 SR 2 6 28 vh o B S 4 i
Fl—RE P EE, RET 2-8C,
[0024] 3.6 BARKGMPIRWIT -

2 BE -OVA M4k, TIN50 ML [ 22 5L 212% B IGAL R, I 50 UL DA Mgl B 1)
T BBk, 25°C~ 3T CHR 0. 5~1 /NI, Ped il 3 ¥k, I AR BRRE I 100 HL Eu™
— RPTRIUE, 25°C ~ 37°CHH 0. 5~1 /NI, PRI PE 6 43, N 200 KL SRR 5 285
MEFRICHSE cps, MrHEI &M BEREnHF 2R E S &.
[0025] 3.7 4% T B0 PR A& R SRR U AP AL L oK BRSE R

(1) il & 0 S Rl Lt 9]

(2) BB P r -

2 BE -OVA M4k, TIN50 ML [ 22 5L 212% B IGAL R, I 50 UL DA Mgl B 1)
T BBk, 25°C~ 3T CHR 0. 5~1 /NI, Ped il 3 ¥k, I AR BRRE I 100 HL Eu™
— RPTRIUE, 25°C ~ 37°CHH 0. 5~1 /NI, PRI PE 6 43, N 200 KL SRR 5 285
METOCRIE cps, RABEFFHEI LT FREM P2 RES =

=

)
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