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[0001] 7Yk B Ja T~ A= WA I sk , ELAKR BRI e, 0 B — ke il £ SRR BRI 1) 2 3 29 ' e %
o TR S FAS T

BEEEA

[0002]  Z Hifif§ (ethiprole) A& —FRHT RUML ML ISR 7, A2 AR ONG-RE-1-(2,6- &~
Xof = G FE IR D) —4- 2, FE A (D BRI e -3 -5 3, . 2 B E IR B AR U e 2 A
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a. FPIR (1) 5 5 (2 BIE-BSD G /N, i I Je 58 S AR 13 2 7 Wt £ i 1
BT R LRI A8 I8 AT AR

b. DU P 75 2 B 7K ok B )& ik, 48 FProtein GAEREAT4lAY , SR154T 2 HURS I B v
BE ARG

c. IR (2) 1) /E 0 R 045 96 FLAL AN 5

(4) A &b B4 AT Ach R R ARGy 0 <

HUEL A B R (2 HUIE-0VA) 1 2 FLEBEAR , IING0 uLi 2 HUE 2145 | L, I
50 nLULZEM RSB 0L 2 U HiMA, 25°C~ 3T CHRIH 0. 5~ 1/NIT , BEV TR BE3 VR, 1 LA 22 it
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[0011] Az W 58 7925 « 5 () JE Tk R A i H 28 SONE o B0 A AT 20 HURE -0V AR 2 LA M i
TN TR RE i 2055 B AL, BRI RIS DA, IR I B, 1 85 1) £, B i S s F Lk b
(11 2, HUIE-OVASE G Pt £ B PR , PRIR IR VR, I A B £ UG PR TE DRI 0 B b 4 Bk
25 MBSt SR P, AT AR A0 S I, T PR TR M4 S I N J5 B JE B I BU® B
PUR PURTE VLD IR P Bl o 2 I3 IR 5 » 7R RAMT IR R R SHR S 5% , FHRY
6] 53 9 e A 72 L 5% G5 eps , 9% 60 B 55 i v 1R R B8 Rl e B, e FER v 1y 28 B T Ay
SERE T 2 R .
[0012] A ARSI 77 V2 AN 75 22 B S R0 A%, 1 ot i A BER 7 B L RE B 37 45 VR A I, I R
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[0013] 1. %y Ji 5 B 4 ot ] %

A B G S5 (2 U -BSA) 1A B : HERAREN 20 I 324mg I A /2 2mL N, N-— FH L H
P fich, F e R IR NN v~ T BRI, B FE S BE3 /NS, YT [ B pH 1076 47 o B0 BR
BEVTIEYD IR BN B I NBSAYA R H (320mg BSAYE AR T-5mLAEFE 257K , B ID AN-#2 54
BRI fZ (NHS) 23mg , N, N- - IA L JE i W% (DCC) 45 . 4mg , 4°C [z Nt 8, B 0B 22003
B35 7 R W B2 22 v (PBS) 3B M3 K , B16 /NI B8 BB M, s T A3 = MR R v T, F-20°C
RAF# Ho
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HE-OVA, Z AR EEYE 9 TR-F TAKS I B 4E o048k Ji s FH
[0015] 2, B BgREHriA il &

2. 13045

A IR H1] 4% R 428 S 2 S 0 925 6 R A E M Ba 1 b/ e /INBR B /N BRL ) 40 25 77114 9 100pg /

0.2mL. IR %%, FHE0.01mol /L pH7.4 PBSIEMR G5 (2 HFE-BSA , FF 558 B IG5
EAEFNRA , 5T, SIS EE T 732~ 3 Sy St s Insg 4% , FH0.01mol /L pH7.4 PBS¥Af#
3% R 5B IR IS SE AN S, 7R Futk, ANR ISR BRIR BB 14~ 21K , S 3IK )%
J& 7~ 10FR T 46 %6F e 988 7N B B DR I, WAe B 01375 FHEL TS AR WU /)N B 0L 375 385047 o AR VR S 9% J
[ R4 S CA b, fE AR B Rl & AT 3~ 4K, IR 4T £ B -BSA$L R 100ng /0. 2mL/ R, 75 J5 5
REBMEE, RER SR DRARES R I .
[0016] 2. 28 bu B HUAARH &

I3 G /N R R AL, FEEAT SR ) 4% G R A o BN R S ¥ Balb/ e /MR MR
HEE 80 1L 43 5 ML 375 /F A 9 42 L7 , AL BB o /0N R, P 7 5% TP 4 12 9. 5mi n , 34T B8 A4V 2 o 11 /N B DU
[ 5E , SR i BT T I B /INE IS Bk, BT — /N, T R P Bk, % HE S, e — &
B AEY T, 7RI A o IS b R Y T B — /N O e — BB AN EY T, FH Y B
o tH AT , P4 — =3 b B AT A, FHBY 70K B A &M I B AR, L SR 5 N F 2 K R 1Y) 2
HAR A NG B AR 7R 5 RPMI-1640) T 5128487, AT WFBS , 55 1 H I 40 i, BB S0 2R 4
() 50 K, PN S B Al 5 5 (RPMI-1640) , % B 2min, ¥4 - 2 0B B , NS i
E e O, B FIRERIELIR . 1200r/min B0 10min, [ 25 135 o 445 1084 G s 4
51 ~2 X 1074NSP2/ 0 6 /38 40 o 42 IR 1 - 108 1 : 5 L B n N B 0 b, BEATVR A0, 4R 5 T
1500 /min/KF &0 10min, 35 25 FIF 44 B850 & BIFIE K B FIBOK AR E, 08 s+
FFFR R 1 42 5 o i AR UTVE A AR B, BRSO B T37° C/AKI B o fE Imin
ZZ184450% PEG 0. 8mLii A B Co/E H , 0 N 42 5 FWR A S 16 P DT A0 Pl o - 4k 22 93 430
J& , ErE Imin, 2R 5 1218 NN 46 3047 37 C TR 1 40mL & At 5% 7% 36 (RPMI-1640) o fin & fitti 5%
FRIEFVEN : FImin N B A L, Z2min IR A 2mL, 2 3minPiZ T # AL, &5
4minPE AN AmL , CE RIS TR0 75 A2 NN, FEER R i P R 97 0, B 5 F IR 1
RPMI—-1640%% 75 5188 I . 1000 /min & Cobmin, (& 25 B . 2R o FIHATES 7% 3 B IR & 1)
YA, T 0N A3 A o AR B 7 AN IS R HATES 2 5 IR & 40 50, B & R A e i
I 0 A5 R N 96 FL AT 8% FRAR 1, N 29 150 pl/ Lo ¥ RE 7R E F37°C 5% COo
YL AN BT R R AR v, HEAT RS 9% o A ST ) IA) B EL T SA 7 16 1 14 4 Bt 7 e o 1 43 o P Pk B 7 A
KL, FA PR R BRI AT va b o 006 FoAd BH A L, BT 24909 KR 77 , FH IR ZEL T SA R 4%
T2 A ELISANH K85 7% LI 3 O AT A I , 5o (8] 82 EL T SA RN 8] 422 35 4+ ELTSAYY N BHPE FL I
2 3R AT VB R AR AT o 3B T R A I, AT 3R Y e B i 3R A5 4 22 IR A M AR o 2 52 8 4
MUtk & it 2 IR RAT I 05 3SR A ML 7 WA HUAAR AR S o EAT 222 T80 4 B AR T4
W BEAR 2258 I8 20 R Bl AL BE 20 A , 1047 4 G (AR 25 B0 U120, BT S Al i e R Ak 2%
BT S50 o /0N 5L L i % (A B R 4055 , SP2/ O 2 B 1) e (AA 8 H T 2508 h62~684% , T A
RIS I 200k 4422 8 41 G AR K H #RAE92~ 10345 2 18], P X596 . 85% o A 2452 I8 4111 ity
P RBH & T PSR AN 1) G R B B, 8 B 2 R A M 1) 2 52 7= o BT B PR 400 e
WA 3R B, HEAT L LORRRE ST , FH S LoEL T SA T v I 58 Hi 4 v 8 , 12 40 ok 43 b ) i Ak
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T TG o 3R FH = BR TR R B2 0] /N bR IR 7K HEAT ALK, o % 5 v B AR T B T a1l 2% BF 8] 23
Pk MR &
[0017] 2.3 pafEHifkm Atk

R 2 B TR R e v 5 /N BROBR /K 3 A T 24K - BC/INER B ZK LOmL , N A B P B B 22 2%
WG AR A, FEIR T 30min, EIRE B 15min/g, L EE TG & 08 ,4°C,
1800r/minBS L220min; B & 18mL, JI A 36mL 0.06mol/LEE & 4422 ik , FHHCL i pHiE &
4.5, 5 BidE FAE30min N ZE M NN R297 L 4k SR 10min, SR J5 5 N4 C UK A i B
2h,4°C,15000r/min B L230min, EiEWRZ0. 45umiE fE i 38 5 AR F7 50mL ; Ji A 5mL 0. 1mol/
LIS R 22 1, FNaOHRpHAE 227 . 6, Wi b T R IR B B R 4R 0. 277g/mL ;:4°C UK
FHFFE 205 ,4°C, 12000 /min i 0030min, 3 _Ff s YIUE A5mL 0. Imol /LI EER 2% i H &
B NIEHTAS, FH5000mL 0.01mol/L pH7.2 PBSZEMK 7870 i&E T o » F 12000 mLZ&TEKE
BT, 55 J5 F3000mL = 25 22 BS F /K& #T s 2R f54°C, 120007 /min B 030min, FEVTUE , 4L b i
00, WA R P o i SDS—PAGEHE, 3K , % 52 ¥R 70 B AR i) 4t
[0018] 2. 4% iR TeGHuiAR I il &

FiBalb/C/INER TG4 2 i FEHT 7 == K e, il £ v RO () S L B 1o Gy e MLV , SR FH AL
FIR R e DT T 0 LTS AT R AR, 462005 5 15 3 i 4 BE ) S i i TeG o
[0019] 3 A AL B2 75 V5 « BULg B8 I AE AR T-50 mL O, IS mL7K, Bl ZUHR % 1
min; JIAS mLZNE, BIZIPRY 3 min,4000gbA FES05 min; HU1ml BB T 10m1 B350
H,50~60C /K AN NIRRT s A I IE 2 e B iR G 330 , FE AN ImLASE & 6 B
w530s, 4000 r/minBS 05 min;fRE EEAVAE, BT ZBAERE R e o h,
FFRE0
[0020] 4 ] £ R G AR M AE it

U150 mmol/L PBS pH7.0()5g/LAbiR LAk 1~2mL , 2 PD- 104845 4 22 ph 2% A, Bk
Wi N 0.155mmol /L NaClf50 mmol/L NazCOs—NaHCOs pHS.5%Z% Mk . W AE & H I, & 48
AN US43 BT 5 1 (1. 46A280-0. T4A260) 5 FH _F I8 e It v A S bt SR PeAk 222/ . HL500~1000
DL S I R BRI 270 2~0 . 4mg K Eu® —No— [p- MR- ] - — 2% = 2. 1%
(Eu®=DTTA) /N, 30 CHE JJ 4B [ RE20/ N o SN2 FI80mmo1 /L Tris—HC1 pH7.8%%
M) Sepharose  CL-6BAE (1 X 40cm) JZATT , Aol MM 4R 7 U6 , BB 70 25 4% FH
[0021] 4. 2760 4 il ¥ AH 47T Ji ol 45

¥ 2, L FE-OVA FH50mmo 1 /LNa2COs—NaHCOs pHY . 6% ¢y ik # B 2 1mg /LK L4 W, 96 FL AL
AR FLIN100 uL, 4°CICE A - 78 2P, i =R, IN150uL 75 3g/L OVARY FIR 2% it
W, 4 CI B - 7 2 H W, BT R A% B 5 B 20 CRIRIRAE
[0022] 4. 3457 f) B 1l

(1 2 HUEFRAE ST ] < 2 U FRAE S, B FE N 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 &5 , F Beiil
0. 1mol/L pH7 . SR EE £5 2% i -
[0023]  (2) ZZM i :8mmol/L NaCl.0.2% OVA.50umol /L= 7.4 =& 1 .8 (DTPA) 0. 1mL/
L Tweeen—80#H0.1%NaNsfJ50mmol/L Tris—HC1 pH7.8.
[0024]  (3) Pe¥W N :14.5mmol/L NaCl.0.2mL/L Tweeen—80F10.2%NaNsftj50mmol /L
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Tris—HC1 pH7.8.

[0025] (4D M5 A EC A« FH 15umol B—Z% HH Mt — 5 PN R L 50umo1 — 1F <% J 544 B A1 TmL iy
FrIEX-100 0 A\ pH3 . 242K — FH RSB 22 Pl , T 5 2% 28 1L 1) 17 ol

[0026] 4. 435 G LAt

BT IR A& AT, AR 2 W FH AR 2 HRUE PR B T 0 3% 2 ' G 92 23 A7) e B 3
IR

(1) 96 FLEFEFRR X 15

(2) 2 5 FRME S Img/mL/ 8 5

(3) Pr & HFEPUARIE T4, FIRS FHO. 5 mLZRTH KA R 5

(4) Eu” ~ S HUR U414, FI FHO. 5 mLZ& 17K I

(5) HEGRYK - 15mL;

(6) 10 X s : 30mL 5

(7) ZE R : 30 mL;

4. 5ME 2 BV EFH 0

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

[0027]  B.{i . Ja SLRIF P A ik )i (e 2-8°C

[0028]  C.4nSAE dh fE R WUE H 2 @ IE s -

[0029]  D.7ERTAEHEIF & LR, 8GR 2k M, B a6 7 s (=L

[0030]  E.HUHH 75 HELE M AL AR ZE , KA FH I AL AR st R 25 6 48 v 9 B S 1R 4L
TR — R E R wE, RIFT2-8C.

[0031] 4.6 HARKMEIRANT

B2 UG -OVARR 2%, INN50 uL i) 2 BURE B & E A FL A, 50 nL DA g 4 B 1) bt
2 PR, 25°C~ 37 CHRIA0. 51/, P 3 vk, LA MR B 100 pl Fu®™ %
PR PLMA, 25°C ~37 CHR3Z0. 5~ 1N, PR BE6 %, IN200 uL 3 9mil Hi& % 557 B g I & %2
e S cps , MBRHE IR TSR S I 2 U B
[0032] 4. 7% T Z 5 PR 2% 1k 7 G AR U S A o -

(1) i) £ 7] 2 1) S it 3 ) 4
[0033]  (2) BARKG D IR T -

SERFTACEE vk U g AR AR T50 mLE O R, IS mLK, BIZIHRE T mins IS
mLZ i, B2 %3 min, 4000gbh FE05 ming B Iml FiE T 10m1 3558 41, 50~60°C
AW ES R I ImL 1E 2 b8 R BE DGR 30 30s , TN LmLASE s # BE VI, 1 3130s
4000 r/minB05 minsBRZE EEAHA, B T REREER 25— E a8, TR,
[0034]  HWZ HUE-OVARR 2%, IS0 uLiy 2 B B2 H BIAFLH , 150 uL Lg% bl # FE
I3 2 gD, 25°C ~3T CHRIF0 . 5~ LN, PR iR e 3 IR, INLAZE Ml A (9 100 pl Eu™
~RBPLRPUA, 25°C~37°CHRF0. 5~ 1/, PRI BEO IR , 1200 pL IG5 IR 57 B s I &
PR cps , MR HEARE M 22 T SR AR I 2 RIS S .
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