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— AR R R B FIRDIX T E I &

BRARGUE
[0001] 7Y B o T~ A= WA I sk , LA BR300 5 880 o — ok 0 R PR A I 1) 2 0 2 D' B
e BTl S H A 5

BEREA

[0002] Mg ZIBK P I i 0 Ao P ) 7 8 DR A5 8 P 3 SRMSC T R 1) SR, 2 5
BIR e o O SR, ANH AT LB AT A7 I [, 38 AT GRAEE R (5 o IX L8 A S s IR B — 2 A
P 1k R8NE , 7 B R e e AN T 3 S o AR 7 2 R T o 8 o T 5% R R A B R ) B
B R SR A, ] SR TG R R AT A o A 1 ke R O TR TR S5 3 3 0= i D £ R T
FA = RS FH L 28 o e R © 15 1B 52 B AR PV W R A R I SRR

[0003] [ Aiy , [ Py &M AR SR ke B 17 T 70 RO A I vk 2 K e BEVE VIR
R I Ry VRO CL U RO Gl B I SO i e I B v % L AR 5 R
TR, B b 1 AL B AN AT S AT SR 26 A, JCH AR ERDRE TN , 6 dh BT A B2 52
M 73 BT 45 R SSBERA T, W SRR S A IR 22 , R A I R AR, SRS SR B T A R IR
TR IR G R e AE R AT SFEOR , BARIXEEHOR AT 25 50 e FIRFIR A 2%
H AR REA Wil R rp 98I 3% 70 55 SRR ZZ RIS s RS A VLS TIRIAE 5 5 38 B
TS G o PRI, 75 B B — b T A 18 A T (SRS U PR 7 7%

[0004] i Fisf [¥) 4 % ¢ Dl 4 328 3 AT (TR-FTA) B T L5 S b o o R OB v 45 A 0 P R
s ELARF 338 T DR A B R o PR 0 55 D8 A T RSB e A ATT BT AL AR Y o I3 ¥ 0
N AR DK A A 0 1) B 1] 2 016 B 28 70 Wik ) e R R SR ARG

RAAE
(00051 Jyfigé e LA B3R Il L, AT WY 87 PR A T30 3t — e SR v e A IR A A B 1 s 0
8] 73 #7967 A ik i) &
[0006] A A HIHA 1 2 AL T FR At — ol bR 13 58 e i 392 SR v e A IDK A Y ) 73 3% 2%
TG B TG AL TNy v FH T 5 B P A 0 392 SR I IR A P
(00071 A5 W] H (10 22— A SAF S UL AR « A TN S K AR 14 B T] 70 9 50 1 B 2 70 T ik
FLORRRAE T o 2 FL R 2 1PV WO AR IDK IR b 14 ot VA VR < 70 M R R A P A 2% 1 L S A
TC A SRR DU el IR 1 55 VAR P ZH B o
[0008] A< H A2 2 IXARSCTILARD « e 00 e A IR A £ T 1] 73 390 2 016 S 56 2 Ak ) 6 1)
A 75 2% » A Y 2 I B8 i AR PR B B ST A ) o 8 LU RRE: ot T A B R A, LR BREAE
(1) G P R 1 45 R F T SR E SRR I 15 2 I35 19 2 1 (BSAD AR IBR , 79 21 B 2 Ji (Mg 4K
IE-BSA) ;
(2) B IR A 1% R T SR E AR 15 O I35 9 22 1 COVAD fRIER , 75 21 B4 Ji (Mg 4k
BE-OVA) ;
(3) FATERE HLAA 1 il 75 -
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a. IR (1) 0 58 i (M 2RI -BSA) Ho 538 /INER , T80 258 TR 52 R 5 15 21 3 WA P M Rk
A P B o 0 110 52 TR T B A 5

b. LA 7 AR B K R B & AR, A8 FHProtein GAEHEAT AL, , SRAG-HTIE A K MR 11 Ba.
%%ﬁﬁﬂg(};

c. FDIR (2) B a k)5 Al 96 FL AL AR 5

(4) o 1 117 Ah 2 R A N -

AL A B0 7 S (SRR I —OVA) 11 22 FLAELBE AR, TIN50 L F I 2R DK M 381 55 5 1R flt FL
B, 50 L DA 2% i s R 1Y) UM SRR e A, 25°C ~ 37 C IR0 . 5~ 17N, BEda e 3 YK, i
DA MR RE 100 pl Eu® ~fbiil Pifh, 25°C~37 CHk%0.5~1

JINIRF, BRI 6 YR, IN200 LI SE IR % 570 B 5 I 9 V6 38 E cps , AR TS hr v h 2831
SRR o TR SRR A 5
[0009] b i) [E AHE A 2 2 FLALABAR , SR FHO6 LI 2 FLALRIAR A A il AR A4
[0010] A BH 3= 2R FHIS [B) 43 38 98 6 G 8 53 Bt J7 125 K A NN 2R DK M SR T (1] 53 3 5%
TS ML R FEEZH A TTIH 55— e e e 5 vw BE AR 1) £, R AR 428 J5 e 92 /)
B 5 TS Z A SRR AR, 753 31 43 AT ME R DR e 1) BRL B [ T R (1) 242 A8 980 20 PRV 5 DA P9 5 2B K
KB PUAR, fF FProtein GHEREATAIAL , $RAGHTIME AR ML [ B 58 B A4 TG0 25—, Bu®”
AR IREARZNTOR IR
[0011] A S B 5 J7 925 « W52 1) FE A A0 4 28 e o o 0 4 T8 K IR — OV AT 2 FL B
AR N A & 2% B RO RFL A S FEI0ONBUE 2RI W BT A, 4R35 I, T 25 1 I R IDK e 5

Ve D PR R 25 INE BT R BT, BEAT HRIC S S, B PR R TRUR I » SRR J v
AR G fU R BUARLE VR P PR P R 25 o I SR VEIR 5 5, A2 S AMT IMOR T R St
RS % ) » FIIS 18] 73 9% 5 S S R HL 5% 5 JEE epss » ¢ I 9 B 55 45 ity mP FRD R PE Jl B B S5
HE b A 1 26 BT A A ot DR AR (1 B

[0012] AR W AGH I U5 ¥k AN R 22 B 5 (K0 DA - 9 i A A 28 g B0 L BE I I SR A A U, 2 P T
22 %071 R HER DU, B TR RS S VR 5, 3 FH T AR i P PR A 1 o

= JENSL) S

SEHE £
[0013] 1. #f 2 i 5 Es Jii ot &

AR WY A 958 iR (B K PR —BSAD )5 i « HE BF R DV 2R DK M4 324mg ¥ B AE 2mL. N, N-—H1
BEF MR b, BERE T IR v —EE T RV, TR IR N3/, YA RS pH 107545 o B
BT 0 o L3 LI INNBSAVAR H (320mg BSAVA R T-5mLAE 28 457K , AN~
P2 IR ML fZ (NHS) 23mg , N, N=- IR L 2 B — W% (DCO) 45. 4mg , 4 °C [ LIS, B Lok 2%
YOUE » B3 W P B R 22 1R (PBS) S AT 3K, 4 6 /NI B 3@ A L, B P 45 7 IR 4R T
T-20CIRA7% .

[0014] A4k J5i (EZRIKPE-OVA) (14 F - 7F B3R R B K BSAJ FOVA Ji5 » 19 21 S BB A
WE R IE—OVA , 1ZABIRAAE 9 TR-F TARS: IR E Dy A S A

4
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[0015] 2, B BgREhriA il &

2. 13045

FH A5 B8 1851 45 1 428 S0 9] 4 25 6 J S ME P Ba 1 b/ e /INBRL , 45 /N BR ) S B 7 B 100pg /
0.2mL. IR %%, FHCE0.01mol /L pH7.4 PBSIA A %% 5 (BEZEBKE-BSA) , B 525 & 30K
S FNRE, e Tk, AR T 732~ 3 sy ES s InaE %%, H0.01mol /L pH7.4 PBSIE
R R 55 R ICE RERNRA , R AL AN RIS BRI R 14~21K, 5531k %
95 JE T~ 1O R FF UK F 9% /N R i KR I, WO B L7 5 FHELTSARS /IS B IL37 25 0 o AR IR S 9%
Ja E BG4 R LA L, 7R 4R B Rk A BT 3~ 4K , I i VR 5 18 2R K e -BSAPT JF 100ug /0. 2mL/ L, VE 5
JE R RIE R L, CRIERE TN ROIR S R 47
[0016] 2. 208 bu B HUAARH &

I3 G /0N BRI BRI, FEEEAT SO ) % G g R A o B L R S i Balb/ e /N, AR
HEE 80 1L 43 5 ML 375 /6 A 9 A2 L7 , AL BB o /0N R 7 5% TP A 12 9. 5mi n , 34T B8 A4V B o 10 /N B DU
[ 5E , SR i LTI B /INER IS Bk, BT — /N, T B P30 Rk, % HE S, e — &
B AEY T, 7RI A o IS B R B DB — /N O e — BB AN EY T, FH Y B I
o tH AT , P-4 — 3 b BT I AT A, FHBY 70K B A &/ I B R, L SR 5 N F 2 K R ) 2
HAR A NG R AR 7R 5 RPMI-1640) T 5128487, AT HF S , 55 1 H R 4 e, BB S0 2R 48
() A3 4% , R s B LAl 95 5L (RPMI-1640) , %% & 2min , b 2 40 M0 W B , N I i
Eg s O, B EIRERIELIR . 1200r/min S50 10min, [ 25 135 o 445 1084 G i 4
5 1~2 X 1074NSP2/ 0 6 /38 40 o 42 IR 1 - 108 1 - 5 L BN N B 0 b, BEATVR A0, SR 5 T
1500 /min/KF &0 10min, 35 25 FIF 44 8508 BIFIE KB FIBOK AR E, 08 s+
FFFR R 42 5 o B, AR UTIE A AR B, B O B T37° C/KI R o fE Imin
ZZ184450% PEG 0. 8mLii A B 0o/ E H , 0 N 42 5 PR A S 106 P DT 40 Pl o -4k 22 93 430
J& , ErE Imin, 2R 5 1218 NN 40 3047 37 C TR 1 40mL & At 5% 7% 3 (RPMT-1640) o i & fitti 5%
FRIEFVEN B Imin B A L, Z2min IR A 2mL, 25 3minP iR AL, &5
AminPE N AmL , CE RIS TR0 75 02 NN, HE R R i P R 97 0, B 5 FE AR 1
RPMI—-1640%% 75 5185 I . 1000 /min & Cobmin, (& 25 Fif . 2R i FIHATES 7% 3 B IR & 1)
YA, T 0N A% B A P o AR B 7 AN IS R HATES 2 5 IR &40 50, B & R g e i
I 0 A5 A I 1 96 FL AT 8% FRAR 1, I 298150 pl/ Lo ¥ RE 7R E F37°C 5% COz
VAN BT B R AR v, HEAT RS 9% o A ST ) IA) EEL T SA 7 16 [ 14 4 o o e o i 3 o P P 2 97 A
KL, FA PR BRI AT va b o 006k FoAd BH A L, 3R T 24409 KR 77 , FH IR Z2EL T SA R 42
T2 ELISANHY K85 75 LI 3 O AT A I , %o (8] 82 EL T SA RN 8] 422 3 4+ ELTSAYY N BHPE FL I
2 3R AT VB R AR AT o 3 I R A I, AT 3R Y e B i 3R A5 4 22 IR A M AR o 252 8 4
Mtk &It 2 IR URAT T3 3SR A ML 70 W B AR AR S o EAT 252 T80 4 B - AR T4
W BEAR 2258 I8 20 R Bl AL BE 20 A0 , 12047 40 G (B AR 25 B0 U120, BT S Al i e R Ak 2%
BT S50 o /0N 5L L i e (A B R 4055 , SP2/ O 2 B 1Y) e tAA 8 H T 2085 h62~684% , T A
RIS 200k 44 22 8 41 Gt AR K H #RAE92~ 10345 2 18], P X596 . 85% o A 2452 I8 4111 it
P RBH & T PSR A 1) G R B H , d B 2 R T M 1) 2 52 7= ) o BT B PR 400 e
WA EE 3R BB, AT L LORRRE ST , FH SR Lo EL T SA T v I 58 HifAs v Y , 12 40 R ok 43 b ) i Ak
RS A TgG1 o SR FH - B~k R #2500 /0N BRI /K IR AT Al o 12 B e R o Ak ml 1 o) % B 1) 0 3%
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Pk MR &
[0017] 2. 3R TEREHTIRAI AL

K 2 TR R e 256 /N BRI /K BT 44k - BRI RROIEZK 10mL , IO\ S5 A B 2L L 2 2%
W E R AR A, FIRYRE D 30min. FiRE E 15min)g , UL TR @08 d,4C,
1800r/min g 0>20min; HY & 18mL, fIA36mL 0.06mol/LEEEEENEE Mk , FHHC 1 pH{E &
4.5, 784 Bt HE FAE30min N 218 INN ¥ BR297 ul; 4k ik 10min, SR S5 #E N4 CUKAE ¥ &
2h,4°C,15000r/min B L>30min, EiEWRZ0. 45umiE fE g 5 A F7 A 50mL ; Ji A5mL 0. 1mol/
LI R 22 i, FNaOHRpHE 227 . 6, Wi HE T R IR B B R WK 0. 277g/mL ;4°C UK
Fit E 2h)5,4°C, 120001 /min B 0230min, 3¢ b3 YTUE FH5mL 0. Imol /LA AR 22 i &,
B NIEHTAS, FH5000mL 0.01mol/L pH7.2 PBSZE MK 7870 i&E M o » 12000 mLZ&TEKE
BT, 55 J5 F3000mL = 25 22 BS T KB #T s 2R f54°C, 120007 /min B 030min, FEVTUE , 4L b
0, WA R o i SDS—PAGEHE ¥k , %6 72 BA T B AR I 4 .
[0018] 2. 4% iR TeGHLiAR I il &

FiBalb/C/IN R TG4 28 i HEHT 7 == K e, il £ v AU () S L BRL T oGy e MLV , SR FH AL
B R A YL U T 0 L7 T AT MR, 2G—2000 % J5 75 31 v 40 32 () S B B TG o
[0019] 3 FF & TALFE 779 - B L g A AR F50 mLE O, IIAS mLK, Bl ZIHR % 1
min; JIAS mLZNE, BIZIPR 3 min,4000gbA FES05 min; HU1ml BB T 10m1 B350
H,50~60C /K AN NIRRT s A Il IE 2 e B i@ G 3030 , BRI ImLASE & 6 B
w5)30s, 4000 r/minBS 05 min;fRE EEAVAE, KT ZBAERE R s 0Eh,
FF R0
[0020] 4. i) £k 2 AASE A o

BUA#T50 mmol/L PBS pH7.0f5g/LARPTRPUAR 1~2mL , £ PD-104: 56 4. 2% ph 4644, ¥k
Wi 0. 155mmol /L NaClfj50 mmol/L NazCOs—NaHCOs pHS.5%Z% Mk . W AE & H I, & 4%
AN o AT E B (1. 46A280-0. 74A260) , F IR B B0 v W B e bt SR P 222 /L . BL500~1000
LR RS JE I S B PR I 20 2~0 . 4mg (R Eu® —No- [p- R BRI - — 2 F =&Y 2. 1%
Eu™=DTTA) [ /N, 30 CHRE S143FE S N 207N o 2 B 4 FI80mmo1 /L Tris—-HC1 pHT7.8%%
MRP AT Sepharose CL-6BAE (1 X 40cm) JZAIT , Azso i NS AR 7 1 U, e 70 2 48 H
[0021] 4. 2760 4 il [ AH 4T Ji ol 45

1 5E A K 14 —OVA F50mmo 1 /LNa2CO3~NaHCO3 pH9 . 628 y i #i Bk 2 1mg /LIS B8, 96 4L
AR & FLIN100 uL, 4 CHUE IS « 75 2SR, M =K, IN150uL 5 3g/L OVARY) Fik%Z
M P, 4 CI B o 70 2 W, R T IRk % G B 20 CRR IR AT
[0022] 4. 34a57f) B i1l

(1) W R IR I s A it V5 VAR T ) < o 1 2R Ik Mk o 74 |, #4 BE B Ong /mL, 0. 01ng/mL,
0.025ng/mL,0.1ng/mL,0.25ng/mL, 1ng/mL,2.5ng/mL,10ng/mL,25ng/mL,100ng,/mL £ 1|
B, R ReCN0 . Imol /L pHT . SRR 5 28 1 -
[0023]  (2) ZZ i :8mmol/L NaCl.0.2% OVA.50umol /L= Z. 4% =& 1 .8 (DTPA) 0. 1mL/
L Tweeen—80#H0.1%NaNsfJ50mmol/L Tris—HC1 pH7.8.
[0024] (D) PREW AN :14.5mmol/L NaCl.0.2mL/L Tweeen—-80F10.2%NaNsf]50mmol/L
Tris—HC1 pH7.8.
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[0025] (4D M5 A EC A« FH 15umol B—Z% H Mt — 5 PN R 50umo1 — 1F <7 J 444 B A1 LmL iy
FrIEX-100 0 A\ pH3 . 248 2K — FH RSB 22 Pl » T 5 2% 28 1L 1) 17 ol
[0026] 4. 435 G2 LA

BT R il 24 a0 A 5 BH FH TR P SR DK el (0 B 1] 53~ 3 5% ' B 188 o0 A ik R e B
WF A}

(1) 96 FLEFEFRR X 15

(2) MEZRIK AR v i Img /mL/HEL 5

(3) PUMEIRIDKIEFT AR R T 5, I 0.5 mLZEIR/K 5 i 5

(4) Eu” ~ S G R U4 T4, FI FHO. 5 mLZ& 17K I 5

(5) HEGRYK - 15mL;

(6) 10 X sk : 30mL 5

(7) ZE R : 30 mL;

4. 5ME 2 BV EFH 0

A8 2 FKE B A e A 22 % R (18-307C) .

[0027]  B.{i =z Jia 3. RKs B A iRk el 2-8°C

[0028]  C.4nSAf & R WUE H 2 @ IE s -

[0029]  D.7ERTA HEIF & LR, 8GR 2R M, B a6 7 s (L.

[0030]  E.HUHH 75 HELE M AL AR ZE , KA FH I A LR st iR 25 76 48 v 9 B S 1R 4L
TR — R EHwE, RFT2-8C.

[0031] 4.6 HARKMERANT

HIEE R IR I —OVARR 2% , TIN50 L ¥V 2R K e 21 %4 5 (R AL A, In50  nl DAZE s e
(I PUIE AR I TR, 25°C ~ 37 CHRF0. 5~ 1/NI, P il e 39, i LA 28 ph il A BE 19 100 L
Eu® ~SFIR YU, 25°C~3T CIRA0. 5~ 1IN, i 67, IN200 LB i% %55 85
e 650 eps , WFRAE I 28T SR i Hp [ E DR DR e 25
[0032] 4. 7% T Z 5 PR 2% 1k 7 G AR U S S A o -

(1) i) £ 7] 5 1R St 9 1) 4
[0033]  (2) BARKG D IR T -

SERFTACEE vk U g AR AR T50 mLE O R, IINS mLK, BIZIHREE T mins IG5
mLZ i, B 2R %3 min, 4000gbh FE505 ming BUIml FiE T 10m1 3558 41, 50~60°C
AW RS FRT s I ImL 1E E 58 R BE DGR 30 30s , TN LmLAE s B BE VI, 1 31308
4000 r/minB05 mins bR EEAHA, B T RREER 25— EES o8, TR,
[0034]  HWME WK IE-OVARR Z% , TIN50 nL 1) MER BRI ) % H L, 150 pLBAZ il
T T (A T K PR A2, 25°C ~ 37 CHR 0. 5~ L/, PR BE 3V, I LA 22 by R B 19 100
uL Eu®® —SiB Piik, 25°C~37 CHRIZ0. 5~ 1/ NI, e BE6 K, 1200 uL 39k ¥k %595
B U B 0 R s, MR HE AR A I 2R T SRR P I DR R B
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