CN 102435755 A

(19) e AR EFNE ERFIR =G

*:‘D (12) R AR EF|HIF

RRRTAg

(10) HIFAHS CN 102435755 A

(43) HiF A% H 2012.05.02

(21) BiES 201110257886. 4
(22) HiEH 2011.08. 31

(T RIEA AZEAZEYREA RTTER A
Mok 012000 P57 HIAX 5 2 8A0 T 50
IREBFBORTT KX TR Tk X —
Bk

(72) ZBAN AaERPN

(74) ERKREBNM b8 REZFFEEZ UL
R (FEAK) 11272
RIBA XNHEHE BHER

(51) Int. CI.
GOIN 33/78(2006. 01)
GOIN 33/531(2006. 01)
GOIN 21/76 (2006. 01)

BRIZRA 3 7T

WA 11 W

(54) REAEFR

o =R IR IR = B (TT3) 2 B E i &
L HA 575
(57) H5%

AR ATE T —F B = FCIRER R 2R TT3
e B E IR &, R IEE T 2 e
TT3 B 7y Bk, g S S, S B 18 ) AR R
TT3 AHE A+ TT3 R i, I HE UK 48 W LA SR
Wl ARIELNTF TiZAFEHI& 5. &
e AT SR A28 RO BIR 5 S e Wl SOk A 45
s Rt T AR R R AR R, BB ROR
FH L, A A0 o A 5 v PR AL 0 R g
i, AR TR RES AL I HKRRIR T
77 il AR o



ON 102435755 A W F E Kk B 1/3 1

L iR =R R R S R T3 1) B 7 ) &, FEARFAEAE T, il 3 TT3
S BRI S N, S K R, AR, TT3 S UE S TT3 s i TE L iRIR 4 LA B A

L
2. WIBURIEESR 1 prak iaksn) &, FURFIEAE 1, B i) TT3 B 73 B kon) & A7 b AT 9t T13
T DRI RETE R

FIT I AT 2 A0 A2 5 A R PR T ER B AR 1 Y TT3 Ll

FITIR  Jse NVSE a2 B Tris B2 s

T IR B WA T BSA B 5

JIT I BRI oot B it e 2 — 8 B TT3 BRI BSA ¥

FIT IRV BRI 4 A2 & TWEEN-20 Hll Proclin—300 FIZE M ;

JIT I B JEC A0 VA Bl AR AL 2 A TG TR Vs VR o

3. WA EESK 1-2 A — Prad (1R &, HRp kA T, Pridilsn & b S A i e an
il 7

— oy B A GR I i A ik AR

— ) RGPV R A A R, ) 1L

(1) VFREL TRIS 4. 58g Fl NaCl6. 81g T 1L 2581, FREL 0. 96g TWEEN-20 - 20ml 75453
o E KA e AR S, BN B 1L B

(2) B 24 % Proclin—-300 £HL 0. 2m1 T 10m1 4L /K (KRR Fh o2 Vi fa , BN b
1L F2ET ARG AE IR 1L A8 A 800ml 4tk K, 78 Hidt:

(3) AT PH, #2515 PH £F 7. 95-8. 05 Z[A] ;

(4) FREUBSA 3g I B 1L 545 5

(5) IJEEA A 1000ml, A 0. 2um JEAS L FERITE

) Sy B AR o A o R

(1) V¥4 1. Omg =F R —BEHIEE W 2 B % T 50ul DMSO H, B 2mg $T TT3 B 3w FE S ks
T PH 9.5 [ 0. Imol1/L PB &l 2 S KRN 1ml

(2) « R AR W N iR o — R — 3R FA L FZ B i N 225 38 1 (IR, B =
90min ;

(3) VIR 2 PUAVE UM BIRGAE T, AR5 TN B S v 8 B LA 78 3000g F &
L 30min WA A 0. bml ;

(4) VEX 0. 5m1 HEER, N 5ml S AR A, 8 AR IR B 2 4380 e W B 3%, AR S5 N 1. 5ml
PHI. 50. 1mol/L PB, &%) 30 #, SR 5 I AP BR 3 SR1SF BT, 1R A1 Ja SR 4 /I 5

(5) I 0. 3ml 1mol/L f¥) TRIS ¥&¥ 37°C 15 434, ARG NN 1. 5ml PH 7. 20. lmol/L
PB i ¥ECL AR fEER, V5] 30 7 5

(6) FH 100m1 2R CRAT TR R 2R 3 N B

(1) K ZIR 6 AT S ERBER Gz 1 2 1 R BIR ST, RIS AR 2L
K182 Pk iR & B 3 BT

B R A R A e

— ) B N RRRE R R AR AP B, B 1L

(1) L Tris 6.06g. NaCl 13.0g. Zncl, 0.05g. Proclin—3000. 2ml 1 MgCl, 0. 05g T

2
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B, ARG AEFI N 800m1 4ifb K, 7843 Bk, (57 ¢ AW

(2) Vi PH, $55#l PH 7£ 7. 35-7. 45 Ju B W ;

(3) JFREX BSA 3g fEIAN FiRBEM 1 ;

(4) BJEEA A 1000ml, F 0. 2um JEAS L FERITE

) BB EREE ALP 5 TT3 PR BB

(1) VHUTT3 Bl

(2) JHX 200ul DMSO #AHLIR AP K 2494 i 1)1 Bmg/ml, 7873078 5

(3) VHZ M Imo1 FLJF NN bmol [ — 2 — R HE W H& 5 1) E 7K B A n = — e — BRIt
TEHZER DU 2 (D, 37T°CHERAE T OV 1.5 /NI 5

(4) 4% 18 Smol PLIE M 1mol Y ALP Y JBE R U AT A2 3R 3 S s I ALP, 2R 5 In A
ImI1PH 24 7. 4 #AE R 0. IM ] PB 23, B T 37 FEMEIRAT T S MY 3 /M

(5) IR 4 I PD-10 AE4iAL, A, #4208 1 ¢ 5000 AR LA N ik
IR ) IRAG B S NIRRT G 255, RIS [ N4«

=N HE SR R A% LR, B LD

(1) HX TRISI. 56g 1 NaCl 4.23g T 1L 2%, BL 0. 2ml Proclin—-300 T* 10ml 4tk 7K
(Rt b e i e, BN ik 1L Bas

(2) JHU 800ml 4fifb/K T Bk 1L s rh, it B2 0 i, WPHTE 7. 35-7. 45 2
I

(3) JFRHX Mak330. 9g T Ll 1L 48 5o @ ¥ 1000ml, 58 %R )G, A 0. 2um 4%
it gERIAE ;

VY R BRI ) 2% I R, il 1L

(1) JFREL NaC19. 0g 1 BSA 60g T 1L A #s ;

(2) JEX 0. 5ml Proclin—300 ji 10ml 24k /Kfe, B IR 1L E8s T

(3) VI JAE 2 1000ml, e fa, FH 0. 2um JEAS L JERITT ;

T TT3 BEHESHAT TT3 JRdE i B .

TT3 B HESH TT3 BRI B 4374 0.5, 1,2. 5,5, 10ng/ml sTT3 JFudaf 4 TT3 BRI
W34 1,5ng/ml 5

7N TE VERIR 4 W ) ) 24 IR, B 1L -

(1) JHX TRIS 12.54g 1 NaCl 325.6g T* IL A&gsr ;

(2) JH 5g Tween—20 T 100ml 252570 20ml /KAF I 58 Vi S, (RN iR 1L &8

(3)VHX 0. 2ml Proclin-300 T4#H 10ml iL/K LM P g i fia, I Lk 1L %
s

(4) VHU 800m1 Zlifb /KT Fik 1L Fasrh, 7B ik, B2 502w

(5) VA PH, #= I HAG[FIAE 7. 35-7. 45 Z.[A] ;

(6) I J5 /B2 1000m1, 58S 0. 2um JE28 it RIS |

LRV 5 R, Bl 1L -

(1) JHX TRIS 2. 35g.NaCl 6.41g.Na,S0, 0.002g F1 Proclin-300 0.2ml T IL £&fFr ;

(2) JHX 600m1 2k /KT 1L Bebh i, 7873 BibE B 22 56 Wi, 1 PH 7R 7. 95-8. 05 Z[H] ;

(3)~ M A 250ml Lumi-Phos 480, A 0. 2um J& %% &b 78 W 52 8 W, A 2ifb K 2 & &
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1000m1, V253 J5 P15

A WIBCREE SR 1-3 AR — Pl (3500 &, R AELE T, P il & A v

D 15w 1 TT3 &HES TT3 B A bR AR 22560 WA 8 S0

2) 30w 1 fg RN R —RE D

3) 30w 1 N ISR R AR E

4 n 30w 1 @y BRI —E T

5) HEERHEIEE e, ZEHIRYIBERIRGIAE Y 30s Ja, B 37T CKAE 30 738 ;

6) AR JE I R Ly B s b BRSO E BB S 4 B A8 R T A A, UTTE 2 40 Bh, AR5 4 B
ZRARH BVEW

7) B VERIR 48 W 25 AL KRR RE 20 £ 05, I 200 w 1 FRE G iE Ve 2 — i E T, &
ZERA S PRBRGIRS 30s ;

8) I 200 u 1 JEAE M 2 VE RS 3 88, GRS I o

5. UM EESK 4 Pk (kR &, HRHELE T, P R bR 4R 24 (i HOOK A AR I , AR 75
T B BT bR A AT W
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BEMBRRREER (T13) EENERTERERMN T E

AR
[0001] A B Bl o v B R0 B a7V, TR o i i s =i R
BRI R (TT3) & B RulRE &M%,

BEHEA

[0002] =Ml FFHRJREIR (3,5,3" - =W ARIR IR, T3) 2&—Fo F 24 651 HIBUILAES
AR, P EEM AR E . ZMRRIRR IR (13) t ARSI Bz g = K
29 65% H AR MR E R4, 35 % T4 fEAMNA AR, EEER VB4 5 —Biitng /A
TR MR FR 48 AR MR AT, 5 R R IR I DhRe . 2 i b T3 (Total
Tri-iodothyronine, ik TT3) 7 &, % FUAR MR D) se ks i HoA 25 S, W AE iz i R
FRHLRE TCHE 0 1 e TR b, [FIEE XS A T O 8% B AW TS AR A (B . 2 AR R 4% ol
AP 2 W 59097 T i — B0k — R DhRe i 50 S % fabn 2 —o A
FARE Eokul, B arilm AR B 0052 TT3 (7775 32 B Tl ik BLISA V& b 23 R 6k %
[0003] o 25 LSS AR I B = AR IR IR &R (TT3) e 350 62 52 7 V24 R PR,
RPEFPUTRRE ) EAL , AR K b, CEA FIR iy, Bt 2 10
R A A DN AR R R AR . A2 R H AR T EAN D 80 4R AL R 4RI a3 1
ARFE AL S5 KRR IR, o T3 m R ke e, (R 7 2 L PRk
PRICSE SRR, ToUR T R RGNS Y2l A, I S A3 3 T R R

[0004] RSO 43 15 IR e 2 S 5 A A2 — ol AR M 0N Ay [ A 7 B 281, 44 e P R o
53 B 5 B G AR U5 A AH 45 4 1 R ST K — BB Y S B AG Jy v. A 48 ELTSA J7ik,
LR BUR R 456 RN ZAEE AT (ELISA MR N AL ) 2R AT I, 1 BA8OR: 73 25 BB S e A
W T5 5, BURBUAR R 456 5 VAR ZE T ABAR I 44 1047, PR e B AR )i . 5454
ELTSA AHHC HA AR 7, A I A I 2D R i

REAAE

[0005] A% BH T3 LR U IR AR ) LA T4 — R = ORI R 2 R (TT3) & & lE
SR B S A I 77322, R AR G AT TT3 K0 ELAG 58 e 1 SR A0 e S ek, R S 4 1)
ARAT RGN 5 (17 ek ) 05 5 (60 P44 7 =X

[0006] A% BHERAL T — i = WUAR AR IR 2R (TT3) (152 2 I e ) &, HAw & k)
A TT3 153 B RG, B SN, SN 38 5501, A R VAL, AV i P48 o, VU VRV i Y A IS
YIES o

[0007]  ATIR RG> B RF S A bR ic A P TTS B vw BT R ER .

[0008]  FTik RIS N A0 A2 5 A B Ik i R A 1 1) TT3 B

[0009]  JITiR I s N3G GR T2 B A Tris ISR

[0010]  FTiRH BB & BSA Vo

[0011]  JITaR FRRE v ot BT ds St 2 A — 8 S TT3 PR IF) BSA 8 L

5
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[0012]  FTiRIE Ve MR 4690 & &4 TWEEN-20 F Proclin—300 22 »

[0013]  FTIR RIS VR B2 A 2% R G IR WL o

[0014] A% B =AU IR R R (TT3) (12 m I e W50 & i il 45 7 6, a6 Tk 2P
®.

[0015]  ZE—20 My BTl 2 ok 7

[o016]  — HLERSGE MR iR E D IR, Bl 1L

[0017]  1.FRHL TRIS 4.58g HI NaCl6. 81g T 1L Z54erh, #REL 0. 96g TWEEN-20 T 20ml %%
A oniE ST H S RS, BN BIREAET

[0018] 2. B ESI Proclin—300 &HY 0. 2m1 T 10m] Alifk /K FRIBEHf 52 s s » BRI
IR A SRS AE B 1L AL 800ml 44k K, R Bk

[0019] 3.3 PH ¢1-Jll&& 3L PH {4, I PH, #=#) PH £F 7. 95-8. 05 Z.Jd] ;

[0020]  4.FREXBSA 3g 8N _Lid 1L s ;

[0021] 5. f /e 1000ml, A 0. 2um JEXF LU 5198 58 5 Wil b2 T 2-8° CHA I A7 .
[0022]  — f o BRI A% i

[0023] 1.4 1. Omg ¢ PR —BEHIWE WL EHS T 50ul DMSO H, HY 2mg Hit TT3 H pa fE Hifk
BT PH 9.5 (0. Imol/L PB ZZMEH 2 S AARL A Iml ;

[0024] 2. 5 ~F R R AR HE S BN &=, H RS VA W B R B FT I W R 15
AFIDER 1 PR, B EIR 90min ;

[0025] 3K AP ER 2 HUAREBINA B Centricon—10 WRA7E 4R J5 5N B S v 4k B9 0oL
FIAE 3000g F¥K4E 30min 2RFA 0. 5ml ;

[0026]  4.HY 0. 5ml BZEK, IO 5ml SONARH, BN T AR 42, S WG B 2 3P i I Y
i

[0027] 5. FFKAOA 1. 5ml PHI. 5 0. lmol/L PB, V&%) 30 ¥, F42, = &, EEEIE 3K ;
KPR A PAF PRI B LR REEE B , VR G IR N 4 /N 5

[0028] 6. f0IA 0.3ml 1mol/L [¥J TRIS ¥ 37°C 15 738p 5

[0029] 7. ERRHNA 1.5ml PH 7.2 0. 1Imol/L PBiG¥ECEAricIfiER, RS 30 #b, F2E,
2 BiE, mEERE 3 K

[0030] 8.1 100m] FEERARAT OB HEBREE N 125m1 3 I, BI 4 0. 05% ) TT3 f4 73 BRI
WEERARAT WL /7 4 0. 1% BSA, 0. 05% ik —20,0. 02% NaN3, 20 % L, 4 CHRAT o

[0031] 9K AP UR 9 IRAFIIMRE 73 B iR AR G2 o 4 B 1 - 1 I ERAEITR S, RIS AR & W]
R & iy B

[0032] 0 H I VA RS I

[0033]  — g S N A B VAL C sl BV D B, LR 1L

[0034]  1.HY Tris 6.06g.NaCl 13.0g.Zncl, 0.05g.Proclin-300 0.2ml F1 MgCl, 0. 05g
T, SR G LER P I 800m1 itk K, 784> Hitk, f R 7 6 v fE

[0035] 2.1 PH, #sfkl PH 4E 7. 35-7. 45 JG[H W ;

[0036]  3.FRHLBSA 3g fEIA FikEesr ;

[0037] 4. fJ5 B A 1000ml, FH 0. 2um JE 2% it & RI1R

[0038] . B VEREEREE ALP 5 TT3 iR MR EC
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[0039] 1. HX TT3 HiJR Img UE T 1ml BEFEE P

[0040]  2.HY 200ul DMSO ¥ fifHi s A B s i 49K FE 21k Bmg/ml, 74 RS) 5

[0041]  3.4%M Imol HLIR AN Smol 4= R — BRI MV i s 1) 7R Ee 49 = — R — 3% 31
PRV R 20 2R 2 v, 37T CHEIRA T RV 1. 5 /NI

[0042]  4.4% 0 Smol HLJR I Imol [¥) ALP f BE IR Eb A 0 B8 3 W W h s i ALP, 2R 5 i\
Iml [ PH R 7. 4 WRFEEA 0. IM ) PB &P, B T 37 BEEIRAA T RN 3 /i 5

[0043] 5. FF 0 EE 4 I PD-10 AE4i4k, AR AL, 2 /8 1 ¢ 5000 [RAARFES I Bk
IR ) IRAF IR SN DR R, TR G 350, BRI S ) o

[0044] =20

[0045] s A3 iR ) A2 B Bl AL -

[0046]  1.%RHY TRISIL.56g FI NaCl 4.23g T 1L & %eh ; B W 444 Proclin—300 & HY
0. 2ml T 10ml ZE4b /KRRt vh 58 s d e, I Bad 1L 548

[0047] 2 & REL 800m] 24k KT Fik 1L 2%, 780 Bidt, H 2 58 AW if R PH, 42
PH 7F 7. 35-7. 45 Z [

[0048] 3 FREL Mak33 0.9g T- FiR 1L 88 f a8 25 1000ml, 584V fd G, 0. 2um J&
[0049]  ZEVUZD .

[0050] AV L il A0 5K, Bl 1L

[0051]  1.FREL NaCl9.0g F1BSA 60g T 1L AT ;

[0052] 2. FHEEVE A4 Proclin—300 &L 0. 5ml i 10ml 4k K%, BN EiR 1L fIA5 2
L

[0053]  3.H )G EZF 1000ml, 58 ¥R G, H 0. 2um JEAS I 38, Wil s T 2-8 CYA EEN1E,
ABIHA 1240 Ho

[0054] 25T -

[0055]  HEoHE b RS48RO B o)

[0056]  AGHESHIKEE ST 74 0.5,1,2. 5,5, 10ng/ml s 4% IR 70 3l 0 1, 5ng/ml .

[0057]  ZR75A0 -

[0058]  VF& WA AE AL il 2 3R, Bl 1L -

[0059]  1.FRHL TRIS 12.54g FlNaCl 325.6g T 1L Z54er |

[0060] 2. FKHX 5g Tween—20 - 100ml Z&5 N 20ml /KAFH 522G , BIA LR 1L %
s

[0061] MR Proclin=300 fEHL 0. 2ml T HAT 10m1 ik K K GErt 58 28R ) »
@J)\Lﬁs 1L ger

[0062] 4. & HEE 800ml 4itb /KT ik 1L 3, 78 ik, B e

[0063] 5.1 PH, f& il HYGH 7E 7. 35-7. 45 2 [A) ;

[0064] 6.5 J5EZF 1000ml, 56 e )G 0. 2um JEZS L ERIAS

[o065]  FH-Lb -

[0066]  JECAZVE VR il 20 B, el LL -

[0067]  1.FRHL TRIS 2.35g. NaCl 6.41g. Na,S0, 0.002g F1 Proclin—-300 0.2ml F 1L %

7
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b

[oo68] 2, & A &=L 600ml ZiAb /KT 1L Btk i, 78 70 it B2 58 i, U PH, $2 0L
T 75 7. 95-8. 05 Z.[H]

[0069]  3./0A 250ml Lumi-Phos 480 J5, 0. 2um yE2% iy AL 98, HAifb /K E A ZE
1000m1, J&57 5 BI1S

[0070] AN BH TAE BRI < A BH A S5 424k 22 R 06 S0 o0 i S5 PR BORL 7 B B AH &5
A — PRI 775 o TERRAS SV S R0 % i N o = RS TT3 PUE L 45 A8 HE TR BOR:
(R TT3 B s Bk S Ad 2 HE 58 7)o 37°CHE B o » bR TT3 HLIR 5 bR A A HE it A5 it o TT3
TS GG HLTETORI) TT3 Bl PR R A RE et 45 & . RSN T BRDTE, A
e L BRIR B o 18125 BISHL TEVEDTIE IR G, SR 5 NN BBIEAL 2= RO o I 1
VEF T Bk 2240, TE B ANER € BRI T TR) A4, A0 24 Hh TR) AR [R] B L 2 5 OB+
TE RGN, BIATASE FH R S ASCRS I s N () R DG 8 o EAST NG Bl N 5 S B IR R B B 5 4
A TT3 W Rl L o

[0071] AR FEERIH 2 AAET -

[0072] 1 AR WA GOR AL 2 OGRS S B AR AR 45, S 3t T — R il S AH I [
NAKZR 5 I HARAH LG, AR S BRI 6 EL AT SE vy (AN R A8 R Sk, FF R 31 T B
Ktﬁb ﬁﬁ

[0073] 2 AR B TF T — B i & F Ao s B i) DL RS P YRR e, A 75 S R 1l 72 5
P ] &, SEIEHE RECA R R8RS S RE BRI, I HOOR PR T 7 feAs

[0074] 35 0 A I 2o ), Bl S R, A B R R, VR B o T DR VRO i
T8RRI LA B R S TR F i RO AR BT I s DR 7 5 e 12l ) R4S FH 2808 A s )
REFR UL T 1Rk

BAELHEAR

[0075]  SEjdsl 1.

[0076]  — HLERGZ PR BCHIRAERURE (BCTT W 1, BAECH LL A )

[0077]  1.FRHL TRIS 4.58g FI NaCl6. 81g T 1L Z54erh, #RHL 0. 96g TWEEN-20 T 20ml %
ZEH & E AT L e AR fa, RN EIRRR A

[0078] 2. FHEZW #4444 Proclin—300 &HX 0. 2ml T/ B4 K KR pt mh 58 i ) » 51
IR 1L s RS AR 1L AP N 800ml Atk K, 7oA Hi kAR e A v R

[0079]  3.iAY PH {4, I & PH {4 ;] HC1 B¢ NaOH i PH, Jil & H: PH 7 7. 95-8. 05 Z [R] H[I
FFEER

[0080] 4. FREX BSA(ZiMiEAHEE ) 3g BN LR LT

[0081] 5. &%/ 442 1000ml, I PHAE, YEFI7E 7. 95-8. 05 Z [AJRIAF &2k, H 0. 2um jE4s
g IR S R W AR RS T 2-8 CH JEIC AT, HEER S A 20k 12 M H

[0082]  REBRZEIMEER 1

[0083]
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el 1000m1 Fl & XA )
TRIS 4. 58¢g pagilELn
NaCl 6.81g K
TWEEN-20 0. 96g M4l
Proclin-300 0. 2ml /

11V BAE 800ml, WRIRA]

PH 8. 0+0. 05

KA B4 1000ml

BSA 3.0g

iAE PH 8. 0+0. 05

0. 2um JESE T Y€

[0084] R4y B il A8 I R

[0085] 1.4 1.0mg DSS(=F PR _IEHINE W FZlE ) %5+ 50ul DMSO A, RIR N 20mg/ml ;

HY 2mg Hi TT3 Hyg LA (RAAEM®IZS (R ) AR F, WA 3. 25mg/ml) ¥ T PH

9.5 [ 0. lmol/L PB Z2 22 SARA 1ml

[0086] 2,114 DSS ML &, LU R A5« (PR /16000) X 10X 368/ Cygg) » H

W Coss $8 4K DSS IR M B IR FE mol/L 5

[0087] 3. L IBACI HUAH Y AR FAY) DSS ISP IR | PLAW S, B2 90min ;

[0088] 4K ER 3 HUAHS MR Centricon—10 W4 E IR 5 I F] sigma2-16k fapid

AURE DAL TE 3000g FE L) FIREEZ) 30min ZAAF4 0. 5ml ;

[0089]  5.HY 0. 5ml WEEE, HEREIR FEH5 0. 5g/ml, Tk FIREEK EA4LE 0. 9 um 2 [A], fIN 5ml

SR AR, N L AR 4, R B 2 23 e W B Y

[0090] 6. FFHIA 1.5ml PHI.5 0. Imol/L PB, V&%) 30 ¥, B4, = biE, EEHAE 3K ;

KPR 4 FAF PR BN BIREER T IR 5 IR R 4 /M, PREFFR SRS

[0091] 7. H0A 0.3ml Imol/L [f] TRIS %W 37 B 15 43%h, Horb TRIS fIMFER A 1mg Hiik

B 0. 15m1TRIS ;

[0092] 8. BRI 1.5ml PH 7.2 0. Imol/L PBiE¥ECEAric TR, 1R 30 76, 24K,

2 B, EEHRAE 3 IR

[0093] 9. 100m] R ERAFAF OB RE RGN 125m1 35, BRI A 0. 05 % ) TT3 L 73 B R

HEERARAT MR 77 49 0. 1% BSA, 0. 05% i —20,0. 02% NaN3, 20 % L, 4 CHRAF o

[0094] 10 HF R 9 $RATF HIME 73 BRI MEBR G2 vl R 1 0 1 I ERTR ST

[0095] 11 JSUFAREET 2-8 CHA W AT, Wb/ B XA A 12 M H

[0096] St 2

[0097]  — Jg S N A AR B VLI il B VR RURE <07 WAk 2, DAECH 1L 44

[0098]  1.HY Tris 6.06g.NaCl 13.0g. Zncl, 0.05gProclin-300 0.2ml Fl MgCl, 0. 05g
9
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i M B

Fhelirh ARG ER T NN 800ml ik K, 787 Bt HE , AHAR 78 WA

[0099] 2. HCI 8% NaOH i PH, Jll &% PH 7 7. 35-7. 45 Jo[H A ;
[0100] S FREXBSA 3g RN _ikzsser

[0101] 4 JE e 4 1000ml, ) PHAR, JE B 7E 7. 35-7. 45 Z [RIRIFF & 2K, H 0. 2um JE2%

LU LR SE e, W ARaE T 2-8°CYR RN AT, R 12 1

[0102] Bl MR R 2

[0103]
iz %l 1000m] H & L
TRIS 6. 06g AT Ak
NaCl 13.0g Fr i 4
Proclin—-300 0. 2ml /
MgC12 0. 05g AR
Zncl2 0. 05g 43K
aifrK fnZ 800ml, RS
HCL B3 NaOH W5 PH 2 7. 4+0. 05
BSA 3.0g /
aifr K BiZ 1000ml, FEMES
Y64IF PH 7. 4+0. 05
0. 2um JEZS T UE

[0104]

[0105] . GPEEERRES ALP 5 TT3 Hi R BB

[o106] 1. HX TT3 HiJR Img E T Iml PeIE T ;

[0107]  2.H{ 200ul DMSO ¥ f#H S AT B IR (1) 29K FE 1A bmg/ml, 787018 5

[o108]  3.4%ZME Imol HLIR AN Smol = R — BRET I MV i s 1) B 7K Ee 49 = — R — 3% 3
eV i B B0 B8 2 IR, 37 CIEVEAA T N 1. 5 /NG 5

[0109]  4.4%}8 bmol HLJF AN Lmol (¥ ALP ¥ BE/R EuAE A2 58 3 v s i ALP, 2R J5 In A
Iml 1 PH R 7.4 WA 0. IM 1) PB G20, B T 37 FEIEIRAE T MY 3 /NI 5

[0110] 5 KD ER 4 WS PD-10 FE2iifh, WARZHAL IR, % /8 1 0 5000 (A FRAN I
NIRRT, TRG 15, RIS SN o

[o111]  SEjEfs) 3

[0112] e A SR e il AR RO 7 L (3R 3) , AR 1L Al

[0113] 1. HFREX TRIS ( =FHAEEZ L FE, 701X « (HOCH2) 3CNH2) 1. 56g 1 NaCl 4. 23g T
IL 8 s BB AR Proclin=300 SEL 0. 2ml F /D& 4ib K fGeft 58 8, FIN
iR 1L FEsH

[o114] 2 R R 800ml Zifb/K T 1L Fsh, 70 Hite, B2 582 f# ; /1 HCL 5 NaOH

10



CN 102435755 A

i M B

7/11 |

i PH, I & HYERILE 7. 35-7. 45 ZIA] ;

[0115] 3 FREL Mak330. 9g T ik 1L AHEe
[0116] 4.8 /5 & 2% 1000ml, 56 RVEAE S5, Wl PH AR, G AE 7. 35-7. 45 Z [RRIFF& 2k, H
0. 2um JEFFILIE s IR SE ST, Wi IFARE T 2-8 CHAENAF, AN 12 M H
[0117] A3 ERFIIACH] (3£ 3)

[0118]
7 1000ml FH & RIS
TRIS 1. 56g aRiir
NaCL 4.23¢g S3 A4k
Proc1in-300 0. 2ml /
Al K THZE 800ml, VRAIHAR
PH 7. 4+0. 05 |
Mak33 I Mak33 0. 9g F 800ml ZhifksKF
atifk 7k JnZ 1000ml, Fe4riE~S
¥641E PH 7. 440. 05

0. 2um JESS T UE

[o119]  SLifsl 4

[0120]  FAREVEEC T W (R 4, LAECH] 1L A
[0121]  1.FREU NaC19. 0g F1BSA 60g T 1L [UZ4sr
[0122] 2. B 2LH Proclin—300 EHL 0. 5ml 11 10ml ZE4b /K #E, BN Bk 1L (25

s

[0123] 3. A EZ 1000ml, 5E M5, A 0. 2um pE25 1L 98, WHIFFRZE T 2-8° CAENT AT,

AR R 124D H

[0124] BB BCH] (3% 4)

[0125]
R 1000m1 Hi & TR 2% )
NaCl 9g X TEAl
Proclin—-300 0. 5ml /
BSA 60g /

0. 2um €4Stk

[0126]  SZJEf) 5

[0127] AV AR S A ECH -

[0128] 1. d&ii s IR RN X, HAR SN A, B, C, D, B, F, FEH VARBR ¥R

11
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ISR AR 73 5 -3 5

[0129]

WRE DA HE b AR AR AN A X AR

A V-A%V/X A%V/X

B V-B*V/X BxV/X

C V-C%V/X C*V/X

D V-D%V/X DxV/X

E V-E%V/X ExV/X

OF V-F*V/X F*V/X
[0130]

[0131] 2. =M AR IR 2R (TT3) & il 5 & TT3 A uE s skl (1T AMG & 7],
WRIE N A0mg/m1) FHRREM (ELAREC 7 DS 4) Bk & 54 0.5, 1,2. 5,5, 10ng/ml ;
JoUE i FH AR B VR T R 2 0 1, 5ng/mls

[0132] 3. 5E WG, WIFhR2E T 2-8°CA AT, AW N 12 M H.

[0133]  SJitifh] 6 -

[0134] VPRI GE R AC HIHRAERURE BT L (3R 6) , DARCH 1L A

[0135]  1.FRHL TRIS 12.54g FlNaCl 325.6g T 1L Z5gerh |

[0136] 2. FKHL 5g Tween—20 T 100m1 2% INid s AKAF 58 2V S I BB AL
[0137] 3. HE 2L Proclin—300 f#HL 0. 2m1 T34 10ml 4tk /K KBkt mh 52 2 d )G,
FIA LR 1L B2

[0138] 4. EHEH 800ml 4tk /KT Lk 1L a8 h, B0k, HE WM

[0139]  5.H] HCL 5k NaOH iff PH, JIl & HIE FAE 7. 35-7. 45 Z [a] ;

[0140] 6.5 5 &2 1000ml, JU PH R, Y& I 7E 7. 35-7. 45 Z [A] R A5 & 23K, 58 2V id e H
0. 2um JEASILPE ;1L UE e, WHAFARZE T 2-8 CHA AL, AR 1241 H

[0141]  EVEMRAEWR IO H] (3% 6)

12
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A 1000m1 fH & TR 28551
TRIS 12. 54¢ hrat
NaCL 325. 6g ahrat
Tween—20 bg it
[0142]
Proclin-300 0. 2ml /
4lifk 7K N2 800ml, JRAIHHR
PH 7.4+0. 05
afitb K BNz 1000ml, JRAIVEHR |
I6IF PH 7. 4+0. 05
0. 2um JEASITLIE
[0143]
[0144]  SZJGEH 7
[0145]  JEEMDVEVRI PR VE RS (7 WL (2 7), LECH) 1L 440
[0146] 1. FRHL TRIS 2.35g. NaCl 6.41g. Na,S0, 0.002g Hl Proclin—-300 0.2ml F 1L %
NS
[0147] 2. F &= &H 600ml 204k /KT 1L Beth A, e HiFE, B 2 58 4% H# s ] HC1 B¢ NaOH
A PH, U & AV FEAE 7. 95-8. 05 2 |f] ;
[0148]  3.H0A 250ml Lumi-Phos 480 )5, A 0. 2um JE2% i e ML W, FH4ib /K E RS
1000m1, V&) J5 , WEIFbr2sE T 2-8 CHAEIAE, A N 12 1~ H.
[0149]  AL2FRGIRYIBLH] (R 7)
[0150]

13
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CN 102435755 A 10/11 71
el 1000ml F& 5 71 4 )
TRIS 2. 35g IrHT 4
NaCL 6.41g Gy M4
Na,S0; 0. 002¢g il
Proclin—300 0. 2ml /

alifh 7K

N 600ml, YRR

PH

8.0+0. 05

Lumi—Phos 480

250ml, VBZ)

3F PH 8. 0+0. 05
0. 2um JES 1L 7E
4lifk, 7K IZE 1000ml, 7850 7RA)

[0151] AR BHIINR 7k~

[0152] 1. J 15w 1 TT3 AGHE S T i R bR A 22 56 AR5 TR o

[0153] 2,00 301 1 B W) 2 F—ilEH .

[0154]  3.h0 301 1 AR 2 —iR 4 .

[0155] 4. 00 301 1 B B g —iaE .

[0156] 5. A Y RLEIFE mlE, 2 E RS WEREIRGIRE 2 30s 5, B 37 CKA 30 7050,

[0157] 6 RE LAy B b, B IR RS 4R S 2 B A R By, YUvE 2 v Bh. 2%

(R ot S O e i s <05 W G i/ -0 S 7 ) M WO A E (S I TR/

B LA B 25 Rl 207 BE L (9 BT VR

[0158] 7. JH WL IR SE i H ALK MR 20 £ )5, 0 200 v 1 #5RE Ji5 iE vEl 2 B — R e,

BZE IR FRBIGIRS) 30s. A IR S InRE o B K S BRI . TR E

I

[0159] 8. EEHLIE6.7.6 —i.

[0160] 9. M1 200 1 1 AR A IR AT 3 B, B FH w4 0 1 R A I SR A T A I o

[0161] 10 418 B =y HOOK F£ A, 24y 7 Ik G H W =y {f HOOK 250 RV, Zdt S0l PR B AR 41 L 4%

DR FE AR FE A I8 IR R RO R S AT R R

[0162] I /RIRE

[0163] 1 K IEHE

[0164]  FRAK H 1000 5 1E 5 A M35 o FEAARKS 25 SR TR B T A s e, 2

S TESR IR R AR S, 1 AN E SRR BRI FL I o K U IEAT BE v 24 04T, 19 I Iy

SB[ 0. 70-1. 86ng/ml o 5 [E HNEH 44 28 ) AR 7= BRI & AOAS I 25 SRAR EL , A% BRI £

B IORE B, KGR BN R PR A

[0165]  AHIHANAE S, ASFIHLX AR R L RCR B AS TR 5 dE AT A, BT A3 (1) TT3

KT EH A, BN SL =8 3 CREE EEE . AR RS H K TT3 8
14
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VEHZ W, (VR A b (R 546 T, N 45 A i R LA TR B 45 3L, B A I BRI
FVATT R o 1 AR T A3 B AR S b B TT3 R A 5 AR H & I e 55 A B HEE
AL . R Y R AR, RN TCIEE MR VI . kil e e V)i 5
S UM RE Jo TR AT I 2 o AT S ORI 25 SRAHE IR R 275, ASBE SR MUE M 1012 BHERR
T AR IS BNS T B IR, A 25 5 5 I PRAS: A g st R s S A g A A . A
it ] T IS AR AR o, P A ARV AR T3 I B I a2 ) mT S 2 R AT 2 78 7 Ak
[o166] 2. A% B N & M BeFabn

[0167]  Z3 T REUE & SR %) 20 IR FREHE S B 52 , B 2 5 T35 22 , JEAERRUE i 2
TN R B BRI A A3 A R 5 AT R <0, 10ng/mL s k5251 :CV2% << 15. 0% ;4 ME R
27 :r = 0.9900 ;£ PEVE ] 0. 10-10ng/ml 47k 5 EZRBY AL X R NIFH -

VELEAZ X N WL TR

TS R R 500ng/ml 1. 5%
[0168] - L-BR A R 1000ng/ml <0. 1%

— - L - PR R 1000n g/ml <0. 1%

= R R A R (S | 500ng/ml <0. 1%
[0169] T3)

15
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HEOF) Wl 1000m1 I WAL
AEALF T —HE=MPRIRESHRTTINEENERTE , HASMELE (1S 4. 58g AT
T, ZENESRTIIH S BN , BRAY , RAERER , B8R, [ 6,815 e
TT3REm., TT3RER , BABRREAARKENAER. REFAELFT S 5 e
ZEHANENHE T E. REREFTEFCZERXBER SRR RS ‘ e "
A, BT RSO ENRNEER , STARARMALE , AEBiRFRE | Proclin300 0. 20l /

EEEENRNRBENRERYE , ARITRENEESHE , FAKK
BRAR T 7= mm A,
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IKE INE 1000m)
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