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[0005] W FL S0, BB IS 2 22 i W] 2 BULEVE B 5 0 O B R B AR A R B IR 2 HEPE A,
ME R (R 44 7 B9 gk 2> L 52 K ZR B AIR DA A Vb 2R A 25 A2 Ak, Horp B9 28 5L 2 1 W] B e B UK I
bR o BB JIR 2 0 0 58 20 SR S0 57 v Ho o B Ak 2 il & AR o8 TR e S ke I £ 38
91 JEL R B AL i T A 2 I 1 TB-iE B (17B-estradiol ,Ex) I IR 5T J5 575 5 O
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J5 B PR AE T e 0 S O R e A 52 B R Al o DRt Dy T T S R R BT I A
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RNy e g S K7 RN
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(00091 —Fofuker WU BE 5 £ B 385 5L 2 1 1) S e B 08l ) &, 0 — DB SR N A : 1)
PVDFEE25K 5 2) BRI A AL B AR 1T SE PSR P 1325 3) B PR Bl i BB 45 13, B
BB TBST s B A 75 %6 IR Wk I TBST s i A %0 06 % (m/V) 3™ — & LBk
ZRIZAI10mM Tris—HCT s HAFAEAE T 1% SRR 25 4T « B 5 U8 JR 22 A 4l 152, i e
U S E AN 7R N

[0010]  Ffpa i) B4 1 £ B9 85 5L £ 11 40 5 A 100wg /m 1 (1) B B £ BN 38 Ji B (VA

[0011]  FraR i) B 5 1 B 3¢ Jil £ 1) 4000 ot 1) i & VA T T

[0012] R H/KARZEE 178-ME BRI 7 20 S0 5 7= AR P Jl e (1, S B 5 1 3 T 2L 10
PEIEGL R, BRGSO LO BB Fh 11, 17B—E — B ¥ 8 Fe W 5 2 200ng /L, B R A 7K, I 53
TN 2R 17 8- — J% , BRSPS AaDR , K 326 °C 5 7R JE K B 1 18 N 50 % HO T AS b, 3 3
b £ BRI, SO AR , HE SRR A C T I PBSZE M (N % ImM PMSF,pH 7.5) , 7EK
WA BT 5132 88 500, 4°C 80008 25 .0 L0 B, S 4 BB W I IS AR 1K) T 4 35 W
T F A5 2 1 (DEAE-Sepharose Fast Flow), 4 A470.07M.0. IM. 0. 2MF11.0M NaCl
256mM Tris—HCIZZ MR (pH 7.5) AT AL W AR0 . 2MBE i 4y S N 2 F &N
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100kDaf{Mil1ipore i & 0 ,4°C . 3000g 5 03043 8F, I 1ml PBS, U B2 4% B 76 R e &
OEE EES s BUn LSRN A Sephadex 6G-200 /2814, H125mM Tris-HC1Z& My (pH
7.5) Wl WA — AN F Bt i, RO A B B B J5 e 1 .

[0013]  FriRiy S o O 2 it 5 1 22 5 B fuddk i) il & 5 i 5

[0014]  HR600ugZi b [ BE 5 O 2 [ 85 11, NN SRAR R 301G 58 44k 1), 78 2 FLAK i 0 3
P94 KA RT3 R N 22 A vEst, B AVEST0. Iml, P & S BRI GRG0, S 571 8600
ng/ A, B IRA B A7 5 A AL G BT 805 NS, b5, BFRE 10K #% B B 73k AT
TR AR s S5 RIS S T 585 R MG IEEBL , 6000r /min B 022040 B , U £ B35 , 3715 1 it
B B EE JR B ) 22 v BE LIS s LRI 4L 5 N BL R U8, BEERT 1A 22 5 BE B i Ao
L/ 3H A RE B PEAE ity G £ S R0 » IGIR AR5 2h , 4 Cad 4, IR H B0 B B3 s 18] B3
NZEAR TP PBSEE PP s 7E VKIS 26 10 NN S AR BB AR R 82 , 0°C iZ 3% 2h )i » IR 5 O
(8000rpm, 15min) , 7 i, YLUE FH10ml PBSZE MWRIA fiE s FHO 46 TUK AL BE R e e, |
Hitrap Protein GAE, APBSZEMRLE 10 HEAEF fa, FHO . IMH 2R (pH2. 7) ¥/l , B3RS
kR s R LY S E AN S RN

(00151 By fy e I B6F -5 £ B9 285 J50 2 1 1 e BV 08 370 8 AE PR BRI R R i e 5
A WAPLELAY S Joer W v £ 2 FH

[0016] 2 B (1) 77 6 R B B A - W) ) R S PR 45 5 B8 77, T 2R g TR A 7 {6 b 0
B £ 1R R PR 2E 2RO I A0 B 3 b ) O B A 1 s IR tHBR T 1A 60ng/ml,
a3 WAL 22 ST 3 A DU R A A R B AU YA B AL T — M T B

[0017] A B R

[0018]  H i, [ P &k 2 5% A Sl M (A e ) Hodds F T3 5 £ 5N 2 i 2 1 A D, 98 17 A
FLFR Y, SR P AR AS 2[R Y5 B4 1 R I O PE & DG T B 1 1 O3 i B O A i &
HAHNC SRR IRIE , FenskeZE (2001 ) 1L 2 Fe e ¥ (17a-ethiny—lestradiol ,EEz2) 7KK
FHE 66K [ 7V T S AR BB SR AR (1, AR S HUIL , AT 90 8 R (1 M Al A e i 11
il 2%, AR KW 200ug /L 17B-#E B KARFR 88 7RI VAR Al 5 S REVEDE S fo 4 R &
(1508 I 1, AR B RE AR T 5 S TR A AR &, 9F H, AU B B B 5 £ 5 5 FH T B
2R A B AR, A D T S F A ) B E (6555 5t RO Rk B 5230 H ) , b 4k T sk
IR T7% WAl s 2 2 AN IR P S B I ) AL B, AR R BHAE S 2000 /LA 5 LR, BEAA B T 38 5
R 52 AR PR , SARAE T B3 I B (A IR E 3 8 SRS R, AR I e i S A e 2
W, G RB YR A i, FE3E U 2 A, e BB AT R AR A o AR SR IS T AN T B
SRR FE 5y Vit R R, SRR H iy T A4 B A B 2, AR R B k70 & R FH B R
ORI [0 55 SME45 B B8 70, Be % R 5. (o b s MR AS: DB 5 0 7E AN [R5 o) 2 i AR
12 J 2 B AR K AP A A R ) PR M SR A R T R TR B

B 1352 AR

(00191 Wl LA AT W f) BXE 1 0 B 60 i 2 11 20 T B A4 S e R 55 EE PR DX i &) SRV FKO A 0
25 R UKTE | g MEPEBE 5 £ S Dk TE 2 MEVE B £ £ S)3EH0) 5

[0020] | 2 A AR S B A BT 5 £ B 5 i 6 11 25 9 g 70 A x5 1 o Ji 2 1 O A D0
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BARIELER

[0021]  ffil A W Bt 1 £ BN 3 5 2 1 590 e %8 BN R i ) 2 43 W DA R AP R

[0022] (1) BR R &5 A5 T 5 9 B 4iih

[0023] gt I N2 JiF £ 1 200 1) i 4%« SR K AR 2 8 1 78— 1 07 s S 1 f A
SY AR 1 B BT A B T 2L B EL b, BEGTON 10 R BE 5, 1 78— B2 BRI LN
200ug /L, BER AT K, ¢ 3BT IDNARLH 178~ %, BRSO ERL, K 26°C s TR 55
B £1 5N 50 %6 VB AS H , 15 B 5 £ BRI s, SO PRI, FE I35 AR AR 4 C A I PBSZE i
TR 1mM PMSF, pH 7.5) , 7EOKHT 26 At T FH I3 S K 28 512K, 4°C .8000g 25 00 1043 8, Ui £
IS SRR R A EISWOA TS 7 )2 4 (DEAE-Sepharose Fast Flow), 143 7l
0.07M.0. IM.0.2MF11.0M NaClfy25mM Tris—HCIZEMYR (pH 7.5) BT ASIE S EE M , U £E
0. 2MBE L2 5, 25 N EE 0 & N 100kDafIMi 1 1ipore g B0 , 4°C . 30008 55 030735,
JAAImL PBS, i 2 4% B8 708 38 & 0 B I B & A s BUm LISV N Sephadex G-200 /2 #r
K, H25mM Tris—-HC1ZZ MK (pH 7.5) Wl , B 58— v livg , BD b S B R 2 1 .
[0024]  (2) 35 50 OGP Ji 1 22 va B AR 1) il &6

[0025]  HW600ugZlifk (5 H i G o J5i a1, 0N SEAR AR 9B G 58 A 57 78 7 FLAK a4 8
PE22 KA RIAT I B N 2 S e s, B S vESF0. Iml, 5 A 5 B OIN5E 5% , S0 571 & A600
ng/ A, HIBIRAS S A 783 AA TG HEAT B B TS, s a , SR 10 R 4% LA BTV #EAT
TNGE G+ S5 RIESH G T 555K M BRI , 6000 /min 25 00207 81, Wt 8 13, 3749 7 Ja bt
B £ N2 R AR 1 2 0n B BUILTS s BRI a4 0 9 DL R TLAE , BRERT R 22 SE R Bl i o
L/ 3ERE RE B PEASE it Ol £ 2 R0 » AIRIR AR 3% 2h , 4 Cid 4, R H B0 B B3 s 9] BIE
NSRRI PBSGE MR s AR VKIS 26 A T IO S AR RR M MR IR #% , 0°C e ¥ 2h Jim , IR &5 0
(8000rpm, 15min) , 7+ i, YIUE FH10ml PBSZEMWRIA fif s FHO 46 TUK AL BE I ik e, |
Hitrap Protein GiF, APBSZE#PEBENE 1O ARG , FHO . IMH 2L (pH2. 7) ¥l , R1 R4S
TP PP A 2 e R Pk

[0026]  (3)4 il % 1 B4 1 0 BB i 2 1 2 152 L R BBt ) B 8 LB (1 2 v R AR 1 32
7 96 FLBARAR — B, DA ST R JF P VR A o A R VR WA VR Y B VR % L VR AN B R it
AN FRIC I E PR BT SR GAR N, 3 AR R B R o FE AR R T

[0027]  1)PVDFfiE25kK ,

[0028]  2) Bif Ef 1 B 25 Ji £ 11 40 132, 43 AT FHPBSH B 22 1ug /m1 5

[0029]  3) f i 15 £ B 25 Jif £ 11 2 v B o Ad 1 32, 48 W 38 PRIV 4% 1 2 1000 FR AR AR L 44
B

[0030]  4) BRI AL WG AR 10 B 3540 S P13, A0 FH AT A B PV 2 12 15001 AR AR EL 76
B

[0031]  5) 3} VAL BRI - 2 BV 25 152, BT 9 e i VA TBST (100mM. Tris—HC1 . 150mM
NaC1.0.05% Tween—20,pH7.5) ; BN 55 % Bt HE Wk (9 TBST ; S N 50.06%3,3° -
TR FEORE (DAB) [ 10mM Tris—HCL, {8 AR i) 2t 9 N0 05% (v/v) XU K o

[0032] Sk IR A7) vl T B 5 £ B 6 JE 2 (9 1) s P A D o

[0033] i) AR & BH (49 4k 551 6 G D B 5 0 O o Do Bl Y 1 v, AR B RE DL AP 3R -
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[0034] 1) 4k 770 o PO B i G0 85 Ji 2 At R A3 0 R A ot R 5 AT AR T S T I
B s FEL VK o S 0 0 R 4 R T 3 S S 3 S L P P A L 50
[0035]  2) 4Tl ML | [¥) 8 11 BE ENBIPVDFfiE

[0036]  3) It P o PATPVDP B AR A5 SRR 5 B el 4°C O 7 A8, 3725 B ATV

(00371 4) J N\ FH F R VBURR B F) S0 B8 5 #0285 S5 19 22 B 044 (1:1000) , IR T2
WEFT , FR VA, PRV BE 4 PVDRIBES I 5

(00381 5) A FH dF PR VARG B F) SR it S8 K MR A O 2E B S =90 (1:1500) , IR T2
WEET , FR VA, PRV BE I PVDRIBES I 5

[0039]  6) A 2 3, 5 26 19 SR AR NG U » 37 25 W0 0, R AR Ik 2 1k 5 £ ) 7, PVDR
RELF1HE I T e b (A7

[00401 7)) 75 A Pk B T fi1 B8 S o R LA B A 4578, R Z Ak 722k T N IR A, JLE
W KRR B T IR R R TS Y
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