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[0002] o2z 4 DA R R B AKH A ar MMERE, 51 1 B PRt i) 2 %0 B A £ i
A7 B AR DT IR, T AL S0, B i AT BRSO TS G L 2 I IE
Jin i ELRiE 25 s B2 5 () H 22 5008, B s Ged UK R 2 PR VE I 2 ) e 2K AT
FITARAT 1Y BUAE R SRR R EE I SRR, 32 B M EEE B AR IR AT 22 R 1 (E A R Y
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T3 B e P2 R B A RN R BT AR 14D ) 8% DA SR A A RS S LSRR E T
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a. A (1) B 5 R GEAR-BSA S /MR il it A8 R, 13 2 - I BB 1) 58
B PUAA P 2 58 T80 40 M ok

b. DL i AR B K R B & LA, A8 FHProtein GAEBEAT AL , SRAGHUIDEAE I B T 1%
PR TgG;

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

(4) o 1 117 Ah R A N -

HAL A A B R GBER-0VA) (1) 2 FLELBE AR, NGB0 LB IBER 2% 5 M AFLH , ns0
LU G M R B U R LA, 25°C ~ 37 CHR 0. 5~ 1/INE , PRSI BE 3 UK, 1 LA 2% i s e
1100 uL Eu® —fbii bifk,25°C~37CHRE%0.5~1

JINIRF, BRI TG YR, IN200 LI SEIB IR % 570 B 5 I 9 V6 38 BE cps , AR TS kR v h 2831
R EOR B =
[0010] b i) [E AH# R 2 2 FLALABAR , 5K FHO6 LI 2 FLALRIAR A A ] AR A4
[0011] A B 3= 2R FHIN (8] 43 38 298 6 G 8 53 Bt 7 12 R A B 2R o SR FH INF 1] 2 9 20 o't 9 9%
SN BOR E B AT - 55—, 4 S 1 B S0 B BUAAR 1) 4%, AR IR ) S0 28 IR S 8 /N IR
I ARSI, 15 2 53 WA TR IR 1 55 B B AR 1Y) 2 A8 98 A BRLVR: 5 DL 9 i AR IRKVE R &
il &Pk, FProtein GEEMEAT 44k , SRAGPUDRI B IR HUAR TG 28—, Eu® Aric ik
il 2% o
[0012] A BH W58 5 i - W52 ) S it b 10 4 028 S o LA IR A -OV AR 22 FLE M B,
NI B0 % B L, BN PUB R B, IR I 8L, Uit 9 0 B 2R 5 A LR b ) Bk
F-OVASE S PUBR PR, Peii s i , A R B R LR TR SR 0 R B 25 o I NEu® ~
RPTR P, AT PRI G N, T VIR [N G 358 I Eu® S B R BR 7E 3k
GOD R R 25 NSRRI J5 TR AMT IO T R SR 5 14 56 't , BB [8] 43 8 5 64X
M rE Fo 7658 B eps , 98 5 B 55 R i AR R 9 5 s s B 5 %o BB 7 oty 482 B0 mT 6 v 9 ot R DR
[
[0013] AR BHAS I 7 vE AN 5 22 B B (P A o BF ot T A 388 77 B2 L RE I 37 SR AR AL , I FH
125120715 R HER U, BV TR0 AR e 1 5, 3 FH T A o ) P U

BiEiE

SETit
[0014] 1.4 R 5 A SR il &%

AP WY G % SR (R ZR-BSA) 1R 5 il AE AR AR BB AR 324mg VA iR £E 2mL. N, N—— HT B Y i Jig
Hh, SR TS IR v — R T ERIE VR PRk SOV 3/, RS SON R pH 1045 A o B Lo R BT
VE K 3R SN B I NBSAVE TR (320mg BSAVA R T-5mLA= FH £ 7K) , B I AN-F2 L B% 7
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P V. iz (NHS) 23mg , N, N— 38 O e — W i (DCC) 45 . 4mg , 4 °C NI 17, B 0ol 2200 , B |
TR BERR 22 il (PBS) IEATT 3R , BR6 /NI B $@ A Vi, 4 B AS =R R %R T, T-20°CIRAE
% H.
[0015] A il (IR -OVA) [ A A s 76 IR R B HR i BSAH L OVA i , 43 31| s 37 AR BE 47 Bk
AR=OVA, B EYAE I TR-F TAR M F A A4 i A FH
[0016] 2, B BEREHTIA T &

2. 13045

FH A5 B8 1851 45 P 428 S50 ) 4 256 J] S ME P Ba 1 b/ e /INBRL , 45 /N BR ) S B 79 B 100pg /
0.2mL. IR %%, FHE0.01mol /L pH7.4 PBSIAMAR G 5 (BE2E-BSA) , i 525 B 8b G 524
VR G, e A, SR N 402~ 3 VST s hnsie %, FH0.01mol/L pH7.4 PBSIEfE %
9% Ji 5 B IR e e FVR S, 78 AL, /NI IS VRS BRI B 14~ 21K, B3R S s I
T~10R I UGS G /N R R FR BRI, W AR I 5 FHEL TSAKS I /)N BRI 38 R « AR IR He 92 Jii []
B4R LA b, 7R AR Bl A 13~ 4K, B v S BE K -BSAFLF 100ug /0. 2mL/ H, v S B R I
BUWEE, AR A AN RIRS R I .
[0017] 2. 20 g B HUAAR S &

I3 G g% /N BRI R AL, FEEAT SR ) 4% G R A o BN R S Balb/ e /MR, MR
HEE 30 1L 43 5 ML 375 /6 A 9 42 L7 , AL BB o /0N R 7 5% TP A 12 9. 5mi n , 3R AT B8 440V 2 o 11 /N B DU
[ 5E , SR i LTI B /INE IR Bk, B — /N, T R F3F R k, F HE S, e — &
B AEY T, 7RI A o IR b R B DB — /N O e — BB AN EY T, FH Y T8 I
o tH AT , P-4 — =3 b BT AT A, FHBY 70K B AT &/ I B R, L SR 5 N 2 K R 1Y) 2
HAR A o NG R AR 7R 5 RPMI-1640) T 5128487, AT HF S , 55 15 HA R 40 e, BB S0 2R 4%
() A3 4% , R s B LAl 95 5L (RPMI-1640) , %% & 2min, Kb 2 40 M0 e B , N I i
B s O, B R ERE LK. 12001 /min g5 0 10min, 4 25 135 1084 G 52 e 40
5 1~2 X 1074NSP2/ 0 6 /38 40 o 42 IR 1 - 108 1 : 5 EL B In N B 0 b, BEATVR A0, SR 5 T
1500 /min/KF &0 10min, 35 25 FIF 44 B850 8 BIFIE K B FIBOK AR E, 08 s+
FFFR R 1 4 5 o i AR UTVE A AR B, B B0 B T37 C/AKI B o fE Imin A
2218 4450% PEG 0.8mLiig A B L& H , 10 N3 42 52 W & SR 4 H U e 4 B - P 4k 24 1 30s
J& , EE Imin, 2R 5 1218 NN 40 3047 37 C TR 1 40mL & At 5% 7% 3 (RPMI-1640) o & fitti £
FRIEFVEN : B Imin B AL, Z2min IR A 2mL, 2 3minP IR AL, &5
4min N IZE AL , FEERIOINES TR B0 F A M, R Bt i b 5 R 5, I e R AR
RPMI—-1640%% 75 5185 I . 1000 /min & Cobmin, (& 25 Fif . AR i FIHATES 7% 3 BV IR & 1)
YA, T 0N A% A o AR B 7 AN IS R HATES 7 55 IR & 30 50, R & R A e i
I 0 A5 3 I 1 96 FL AT 855 FRAR b, IR 29150 pl/ L. ¥ RE 7R E F37°C 5% COo
VAN BT B R AR v, HEAT RS 9% o A S ) IA) B EL T SA 7 16 [ 14 4 o o g o 1 43 o P Pk B 95 A
KL, FA PR R BRI AT va b o 006 FoAd BH P L, BT 24409 KR 77 , FH IR ZEL T SA R ] 42
T2 ELISANHY K85 75 LI 3 O3 AT A I, %o (8] 82 EL T SA RN (8] 432 35 4+ EL T SAYY N BHPE FL I
2 M 3R AT VB R AR AT o 3B I A s I, AT 3R Y e B i 3R A5 4 2 IR A M AR o 252 TR 4
Mtk &1t 2 IR URAT I T3 23R A ML 70 W B AR S o EAT 252 T80 4 B - AR T4
W BEAR 2258 I8 20 R Bl AL BE 20 A0 , 1047 40 G (B AR 25 B0 U120, BT S Al i e R Ak 2%
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B SF-E9ME o /N BRI B G AR BN 404 , SP2/ 020 it ) Gt A8 H P50 62~68%% , T A
TREGFRAG I 200k 2238 I8 A0 P S o AR K H R AE92~ 10325 2 1], P14 96 . 85 o A 2432 18 41 iy
P RBH & T PSR AN 1) G R B B, Ud B 2 R A M 1) 2 52 7= ) o BT B PR 40T e
WA 3% FIB, AT L 10 R 5 , I O ELTSA T v 5E oA 0 Y , 1% 4 B ik 2 Wb () B Ak
TN TG o 3R FH = BR T R e v X6 /N B IR /K 1B AT GAK, o % 50 v B A T B T ) 2% 15F 8] 23
Pk MR &
[0018] 2.3 pgfEHiikm alifh

K 2 TR AR e 256 /N BRI /K BT 44k - BRI RROIEZK 10mL , I\ S5 A B 2L L 2 2% v
WG RN AR A, FIEIR T 30min, EIRE B 15min/g, ;L EE TGS 08 ,4°C,
1800r/min g 0>20min; B & 18mL, fIA36mL 0.06mol/LEEEE5NEE Mk , FHHC1 i pH{E &
4.5, 78 WP FAE3Omin N 2218 AN N SERR297 ul; 2k S HE 10min, ARG N4 CUKFE B
2h,4°C,15000r/min B L230min, EiEWRZ0. 45miE fE il 38 5 AR F7 A 50mL ; JiA5mL 0. 1mol/
LI R 22 1, FNaOHRpHE 227 . 6, Wi bk T R IR B B R R 0. 277g/mL ;:4°C UK
Fir E2h)5,4°C,12000r/minZ0030min, ¢ _E3F s YiiE F5mL 0. Imol /LI BEFR ZZ iR E &,
BB, FH5000mL 0.01mol/L pH7.2 PBSZE MK 7870 i&E M o » F 12000 mLZ&TEKE
BT, B Ja FH3000mL = 7% 25 B 1 /KiEMT : R J54°C, 120001 /min B 02 30min, FEUTIE , W 8 i
00, WA R o i SDS—PAGEHE ¥k , % 72 BA T B AR I 4 .
[0019] 2. 4% bR TeGHuiAR I il &

FiBalb/C/INER TG4 28 i BEH 7 == K, il £ v R () S L BRL T oGy e IfILYA , SR FH 1L
AR ER BT Ve 10 LIRS HEAT R 3%, 26-2003 A J5 15 3 w5 44 1) S i B, TG o
[0020] 3 & AL FE 79 : B L g3 AE AR F50 mLES O, IIAS mLK, B ZIHR % 1
min; JIAS mLZ A, BIZIPR% 3 min,4000gbA _FES 05 min; HUIml biE T 10m1 B350
H,50~60C /KBRS FWRT s I Im] 1E 2 %5¢ IR BE AR 330 » B 0N ImLASE & 4 B
w5h30s, 4000 r/minS 05 min;fRE EEAVAE, BT ZBAERE R s o h,
FFRE0
[0021] 4 il £ 2 AASE A oy

U150 mmol/L PBS pH7.0()5g/LAbiR Fuidk 1~2mL , e PD- 104845 4 22 ph 5% A, Bk
i 0. 155mmol /L NaClf50 mmol/L NazCOs—NaHCOs pHS.5%Z% Mk . W AE 8 H I, 4 4%
AN US43 B 5 1 (1. 46A280-0. T4A260) 5 FH _F I8 e I v A S bt SR e Ak 222 /1L . HL500~1000
LR RS JE I S B PR TIN50 2~0 . 4mg R Eu® —No- [p— R EUR- W 3E - — 2 F =&Y 2. 1%
(Eu®=DTTA /N, 30 CHE I8 B IR RE20/ N o SN2 FI80mmo1 /L Tris—HC1 pH7.8%%
T Sepharose  CL=6BAE (1 X40cm) JZ T, Aoso W IS 52 55 1 W8, Bl BR 7 25 48 HH
[0022] 4. 27604 i [ AH 4T Ji ol 4

W4 2 -0VA B 50mmo 1 /LNasCO3~NaHCOs pHO . 622 ik F Bk 28 Lmg /LI AL i , 96 FL 0. 1%
RAFLINL00 uL,4°CTRE I - 35 2 WM, #hBE =k, IN150uL 7 3g/L OVAR) FiR S phif
B4 CHEEIS R 7 L H AW, BT, IS G B 20 CAHRRAT .
[0023] 4. 34a 57 f) B il

(1) TR A 448 oot V2 VR TS 1)« 4 TR R A ¥ o, A B 9 0ng/mL, 0. 01ng/mL, 0. 025ng/mL,
0.1ng/mL,0.25ng/mL,1ng/mL,2.5ng/mL, 10ng/mL,25ng/mL, 100ng,/mL £ 5K & , F BN
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0.1mol/L pH7.5MERREh G2k .

[0024]  (2) ZZM i :8mmol/L NaCl.0.2% OVA.50umol /L= Z. 4% =& 1 .8 (DTPA) 0. 1mL/
L Tweeen—80#10.1%NaNsfJ50mmol/L Tris—HC1 pH7.8.

[0025]  (3) Pe¥W N :14.5mmol/L NaCl.0.2mL/L Tweeen—80F10.2%NaNsft50mmol /L
Tris—HC1 pH7.8.

[0026] (4 HE5REAIEC A : FH 15umol B—Z% H Mt — 5 PN R . 50umo1 — 1F 7= J 5044 B A1 TmL iy
FrIEX-100 0 A\ pH3 . 248 2K — FH RSB 22 Pl , T 5 2% 28 1L IC 1) 17 ol

[0027] 4. 43500 &AL AT

BT A s a8 ), A R B TR I B 2R 14 B[] 23 B S S g A pr iRl e s W R
IS

(1) 96 FLEFEFR R X 15

(2) BEZE BRI A Img /mL/ R 5

(3) PLEEAPUARE T, IR FHO. 5 mLZ&1R/K 151

(4) Eu” ~ S G R U4 T8, FI FHO. 5 mLZ& 17K 5

(5) HEGRYK - 15mL;

(6) 10 X Jeiai : 30mL 5

(7) ZE R : 30 mL;

4. 5ME Z BV = FH 0

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

[0028]  B.{i . Ja SLRIF P A ik 7] (e 2-8°C

[0029]  C.4nSRAE i B KW F 2 1l E P -

[0030]  D.7ERTAHEIF & LR, 8GR 2R e, B a6 7 s (=L

[0031]  E.HUHH 75 HELE ML AR ZE , KA FH I AL AR st R 25 T8 48 v 9 B S 1R 4L
TR — R E R EE, RIFT2-8C.

[0032] 4.6 HARKMEIRANT

B ZR-OVARR 2%, INANG0 nLA IR 2 & H I GL A+, hi50 nL LA ZE i B () LBk R
PilA, 25°C~37 CHRH0. 5~ 1/, PRI B3 vk, LA A BE 100 pl Bu®™ Pl i
4, 25°C~37TCHRH0 . 5~ L/, BEERIRBEO K, N200 uL 3G 58 KR 37 570 B I Wl & < D't ik JiE
cps , MARHE RN 2 TR AE S I BOR & &

[0033] 4. 7% T Z 5 PR 28 1k 7 G AR U S A o -

(1) i) £ 7] 5 1R St 9] 1) 4
[0034]  (2) BARKG D IR T -

SERFTACEE 57k U g A AR T50 mLE O R, IS mLK, BIZUHREE T mins IS
mLZ i, B 2R3 min, 4000gbh FE505 ming BUIml FiE T 10m1 3558 41, 50~60°C
K B TR IO Im L 1E & %5t IR @i 3305 , B I TmL A it 4 B30, i 311 30s
4000 r/minB05 mins PR EEANA, B T REREER 25— EES o5, TR,
[0035]  HWIBEAK-OVARR %, TIN50 uLATHCIR 2% B I FFLH , 50 L LA ZE oy B i 4t
BRI PUAA, 25°C ~ 37 CHRIFO0. 5~ 1/, WRIIBE3 IR, IICAZE R AR (100 L Eu® ~fadi
BRPTIA, 25°C~37T CHRG0. 5~ 1/, PeIRIBE6 K, IN200 uL 3G s 3= % 570 B g Il 2278 't
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58 B eps , ARAEARHE 2R TR i o R B 25
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