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L A1) WEW, RN =5 RV, Hh X (D a4kl I17) (a9 5K
PEBRAL WP fi% EDC Jo N- FRIEBR IR i i R/ EE A 10 8-12 0 13-16, fRiEsX (1D 45
W (I17) WA Y SRS AL W S N- F 25 BRI W A R BE K EE A <1 ¢ 10 & 155

(2) 4%4F 100mg FAER FIVEARAE 15-20m1 R 2% 1h i 1 Bl 2 TR 2R v TR 2 b ik
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(3) ¥ =5 RN =5 RNV, Bk OV, Horb ke g 520 (D) 8k (1117)
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RIG AR TR G2 0, B N TARSUR (D 8 (7)) &) e prig
P& (D 8 (7)) AT R YHEE T 20000-30000 7518 B BN R, BT 48
HIEEEH 0. 01-0. 02M B51R Sh 2% 1V, pHAE A 7. 0-7. 5, K IBAT48AE 3-5° C 4 T 1T IE
M 46-50 /NI, BERE 3-5 /NI B — IR IR Sh 2% iV, T IR IENT D IR S A AR I 7= i, 294
A A EZAR M, B (D 86X (1) B N L& kbt E .

6. WAL K 4 fri’i=X (D X (7)) A& 7, HRHMEE TP (3)
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8. MEBUFE R 7 prRia (11) skl (1) A BEWHI% 7, R e T iG
TR (1) BedEAL IR B A (V) 8 (V) FroRifARIESR IR, 8 N, R, 78
IR N OAT R, fr R TR L SC RS, TN 60 % RIS, BiFE 50-70 4380,
HEWRIE AN, INIR LR LBE S0 PR 11-13 /N, 8 SO 7K A 43 8L
CLSU AT 320, A IR R B, LLTE/K Na,S0, BEAT T4, 2 Jn i vk, T 48 b Ik R 3R 45 )i 15 2
[ 44, I TEIK SBEFT 2 50358 I i [8 4, 2 S AT i 08, 5 i 125 A5 258 1 [ 44, [
RIA (V) 83X (V) PRI HER AW e 5 AL ) s b R — R B b
AN 0.1~ 0.3mmol 2 (IV) 8K (IV7) FrospaERiopt, 2L (1) 8k (V) syl
K SEMIREZ A T - 1~ 2,8 (V) 8 V) P iBaek skl 5K
LB OTERIRIEZ A 1 2 1.5 ~ 35(2) Kf# A (V) 38l (V) R4k
EVRIBEEALY)  TEAK LBE S NaOH S, INFATRIGE R R 2 7N, ¥ HJ5 WA AR 7540
AN LR BRI 22 pH AECA 7-9, /TR =X (1) 8l (I17) &),

9. MAERFER 8 Frki (1) sk (117) AW HIH % 78, R HELE Ti% 05k
AFEXPER (2) s (D) 88 A1) thEWIEATII AL PR P 5R (2) F T
R pHAE A 7-9 1 e VR CA S BEAT S EX, $2 BGBOH MR £ #h 7K Bk, BLJGIK Na,S0, 4, it
P8, Yk R IR A6 1S O ELE A, B R B 45 0, 79 B ERRIRBE A, B 4k s (1D 8k (117)
WwEY.

10. MRERRIE SR 8 Frid i (I1) st (117) Ab &bl & v, HORR il £E T 45 4
Tifg;’,% H

(1)) HEFEAk :20ml — AL ARG i % 1. 708g.3. 6 X 10 °mol 3K (IV) 8k (IV7) fiom
IR AESR IERL, 38 N, OR3P, 76 Z 30 N UAT O RE, fr = R R B L se W S, i 0. 173g.
4. 32X 10 °mo 1 ¥R g 60 % IR & AL BN T, BEFE 50-70 43 Bh, B 2 W LS8, A
1. 202g.7. 2X 10 °mol ¥ LR L BEAE 30 T BEFE 11-13 /N0, B S B 35N 7K H 43 85 LA
20m1 X 3 SBT3 AL, & IFHEEUR , LLIE/K NayS0, BT T4, 2 Ja il 38, P48 o 9f e < 4
JEAFENE A, I 6ml Tk SBEFT S BEB TR [ 1, 2 Ja @ AT I8, & o B2 T A5 20
[ 44, PEIEARRE A 20 (V) 8l (V) B BB ESAL S e A0 5

(2) K K 1.682g.3.0X 107°mol X (V) 8 (V) B IBAERAL AW e AL ) |
15ml Jo/K SBE K 10ml 1mol/L [#) NaOH %3, MARIEIALR B 2 /NIE, 1 1S, WARF MR,
FIAZK, LLEh R 22 pH AEA 7-9 B, LA 16m1 X 3 ST 328, & JF 3 B0,
FHAANE #h 7K PE— K, LAJEK Na,SO, 458, ik yE, vk i ik 4 15 1 G [l 44, F R SR 45, 79 7
Wy (I1) 8 (A1) EY.

11, MRHEBCR R 8 ~ 10 FE—I Tk 2K (11) 8K (117) A& irHl 25 7%, FoRE
fELE T Pk =X (1V) Brom B AE 2R JEURE R PR HE S S5 Vg U HE R R S s v Hb I AE
BB PGB AR AE AR S AR AE AL AR HE AR AL AR HE, IR VEBIREE s iR R =8 (IV7) iR
(R AE S JEURE A A R A s AR M R A
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W HL 677 5 TR e Dh RERE S 25, — M LLIL R ML ] 44 Viagra (rp BERIREE A 42 05 30T,
BB AR A2 BN ) T AN KR o ANIEAR 17 it 44 PU R AR AL Hh 1 A 44 A R A
FIBSET 2, S S K o F AT 76 B AT 22 e 2 s R g ot b AlET2as vt st 0 A LA 21
PR IR 28 AR O 583 AE A AN G R 6 D0 P 50 v AR AR 10 o il 2 s fR A it 22 51
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[0025] il e T AEAEE I R

[o026] (1) K28 (ID) L&t (I17) (L&Y N- FILBEIAWE W i (NHS)  — FF 3L H
WEHZ (DMF) \ 7K ¥ M A0 — W0 Ji (EDC) P 42 353 5 70 =5 3 D6 19 24 110 B 2-AT B+ e B
22-26 /R, 3 20 (TTD) 38X (T117) A9, th R N e =5 RN, Hp X (1D
thamE A (117) a5 KEEmAL — % (EDC) F N- #2 FE 58 TRV % 1) B /R Eb Ay
12 8-12 © 13-16, A fELL{E N :1 10 © 155

[0027]  (2) #%%F 100mg Z AR E FIEAAAE 15-20m1 Bl R 28 P i) B LA R s T R 22
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MBS A =T RN BT R AR R AR A v A AR B s L S 1, BRI
MmEHEA ;

[0028]  (3) ¥4 =5 R VI =5 R S, B e B, b #iia il g 550 (1D 8k
(I117) A EWIEER L A <1 0 15-25, 4Lk 1 ¢ 20, R NARIE A (D 88 (17) tbEY
(RIS e R P 5 R R

[0020] PR & (DB C)HEDHIE T RNBAESCHEHFTE
20000-30000D JEMTLEZET, SR F LA TS A AR 5, BA L (D 8K (1) Frosiy
PEHUBAESCHAT EM N TA IR R & (D 8t () Ewin s x
MY E T 20000-30000 73 F-# B AT, BT AR IEEEA 0. 01-0. 02M BEIR £h 22 P, pH
B A 7.0-7. 5, ¥4 3% 74 z{ 3-5°C II4 A N AT IEHT 46-50 /NI, £:FG 3-5 /NI H— IR B 1R
R, 2 PTIRIENT D R B A TR P L A TN BB ER L B R (D 8t
(I7) P AR S AT AR N LA .

[0030] DR (3) FTid I HE RNV A2 Se e SR G I 2R T BiRE 1-3 /M, 2 J5 FR7E 3-5°C
ZAF T R CHERE 46-50 /NI OLUE 56 7E 2B 1) S F T BidE 2 /NI, 2 JE AR 3-5°C 4% A1 T ik
SedE 48 /NIt

[0031]  FATRIFTIARI (D) s (117) AAWIIHI# 75, Bt i~ A s 26 sc ot
[0032]

A
\/O HN
o
[0033]
/ﬁ 1) 60%NaH,DMF _ NaOH
/ N N 2) Br/ﬁ'ro\/ Z \ \ 2H OH / N \
\/O HN \/O
0 X 0 2
"%
(Ve (V')\| o
[0034] H: H A ik =|
N 0y 0 O\S/O N
O N/ 5

ot ot Lot ot
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O>\S</O

\HNhN - SN0 \Nﬁ O difl—Flr, Pro HEIE (1,

T) | v . P
AR M AR A s A M E R .
[0035]  iZiil#& VAR T IR
[0036] (1) HEFEAk - LA EEE (OMF) Fhn Azt (1V) s (1V7) o asaE2a et
N, R4, RS N EAT IR, fF A R WENE (OMF) S8V fffa, IR R 60 % AL
B (Nah) » BidE 50-70 4080, H RSB 4, AR IR CBE(E =R N hidkE 11-13
ZINEE S B SN RSN K R 43 B LS BT R B, & IR, LLJEK NayS0, BET T, 2 )5
iy, P2 g R 46 S 19 B R A, NN TEK LR T S vk BT [, 2 e kAT ik v, B e
BT BB A A, PR ARRD R () 8 (V) BRI ERAL S s s ) s 3L
AT R LN 0. 1~ 0. 3mmol 2, (IV) 8k (IV? ) PR BIBaER 5k, =
(1V) 8 (V) R BaER R S E sy sz ey 1 0 1~ 2,8 (V) s
IV’ ) FiaaiBAER R SRR BRI E 2 L 10 1.5 ~ 35
[0037]  (2) /Kfif #X (V) X (V) BRI IERAL AW BB TEK LB K 1mol/
LNaOH Y598, MBI SN 2 /NI, Vo315, IRAGAF IR FEINNIK, LLERBR R 15 42 pH {54
7-9, 3T (1D 88 (1) Ew, Hh X (V) 86X (V) FroRIm e G rse
S TR CEEEZ R s Imol ¢ 450 ~ 550ml ;3 (V) 8k (V) FrRpyandekib &
YRR ALY 5 NaOH IR 2 b 2.5 ~ 4 1 1,
[0038] %7 EEILAFERAEEE (2) FHER (D) B (117) AW AT HE I Ak K B 18 o4
AR (2) TR pH AN 7-9 1 KON I LA ST BEAT B EX, S EGH A MR A B Kk, BLEK
Na,S0, T4, b 8, IR 4 15 4, FH R EE 45 4, 19 LV EOR R B4, RER 20 (TT) 8k
Ir) taw.
[0039] %l AR IE AR T AP ER
[0040] (1)) % 2E 4k :20ml — A 2 A Bk % (DMF) /% 1.708g+3.6X 10 mol X (IV) &k =
(IV’) AR ARESRIE R, 8 N, fR97, AR SR P THCRE, f AP ELE (OMF) e R
Jiis N 0. 173g.4. 32X 10 °mo 1 2l 60 % AL NI (Nal) , FiEHE 50-70 2380, H 2%
IS, N 1. 202g.7. 2X 107 mo] R GR LB AE ST FHERE 11-13 /NI, 8 e
AR H 43 B BL 20m1 X 3 (1505 BEAT $2 L, & I3 EUE, BLEK NayS0, BEAT T4, 2 5 it
B8, 2R L IR GE S S B E AR, N 6ml oK L BEST VRS TR AR, 2 5 AT Lk,
Jo BT BRI R, B ARRD A (V) 8K (V) BoR IR SR R AL
[0041]  (2) /KA K 1. 682g.3. 0X 10 °mol R (V) B (V') BRI IBAEZAL AW e FE Ak
Y)15ml Je/K LI K 10m1 Imo1 /L ¥) NaOH 58, INHEIE SN 2 ZNBE, Vi R AR5 Rk
W, FIINIK, CLER BRIV 42 pH (R 7-9 IR IR, BL 15m] X 3 (& B THRE & 42 B0R,
B A B /K — K, BLIEIK Na,SO, 0, b 38, ok A iR 46 15 (1 (6 [l 44, FH P 2 45 ot » 75
Frigm = (1D s A1) WaEw.
[0042]  PriR ik (1V) Brom IR AE 2R J5ORE o vh AR HE L 22 SCPa Hb AR AE | 72 25 2 S5 v L TR
BB B P H AR AE VAR AR S AR AE L ZL s AR AE IR LC s AR AR, DL Vs AR AE s T g (TV7)
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B IR AE 2R SR AR B AE sk D AR Hu AR HE

[0043] AR (1) 8 (I7) B B4k -G W7 2% v H 0 S EAS DU A A 1R R 4R 4 1)
N FH

[0044]  ARBH (I1) 8k (I17) AR AL & PoE ] & VE B AE AN T4 i R P iR A
[o045] X (ID) 58X (I17) FroniIA -G — Pk AL — i, 185 L Eh R £h 1K X
FAE. N 5iE pH A 4. 0-6. 0,

[0046] AR -

[0047]  QFEPEHUIPAELE R BIBAESR W R Ny TR (3 F /N T 1000) , A5 AR
AES I EPURIRE ), WIRIE G 1R 2 254 5 30 8 A BB e 25 HAE R I 584
PUR, IX A W5 9% 73 B B OB PR AE , ¥5 S A 38 T AR ) A 1 1 TR B RE T 5 I NS R
FEEPUR ) 153 B Al B BCE B CEPUR S EA T I A LL SR . AR B K
BT, AR A] Be Ok B R AE R 25 A SRR S R BT AT T, FEMEREER ) 1AL N JR 5
I PR S IR 2R T —CH,CO0H, TE e N- 418 - R E 254 (X (D) (A wsal D) ta4) .
PR AW 5 A R Tl B S AR R A T AR 2 BN & R o AE R ik
BETT I, A R BB B AL — 0 i 1- (3— — A SN 38 ) —3- Z0ER — Wik (EDC) 1
R, EDC 10 H LR IR BRI XA E . OV I pH i 4. 0-6. 00 EDC & —FP R 2L 7E ALK
7, 5 N- &% - AR 25 (X D EPaa A1) aW ) O AR 2 BRI 2
(11D 5 (I117) Fraiba =9, dT EDC B A K, BEAfR T 201488 A 128 0]
PEBAA S R Sz RGN PR AU, S (TTD) 808 (T117) B iy (el = 4 m] LAAH
XTIREE O B WA A S S i AR, Sl N A et b a8 (T1D) 8l (T117) a5
BARE AR BLLLBITE 10-20 2 8], % F — 25 G % 2 My slid i HoAh e A2 3R Pk A B
(e S A e o TR KV PERR AL — P % (BDC) BX4r N- BRI BE R % (NHS) fEH, &
PR N RAE R (1) s J117) Fiaih =,

[0048] AR EHE RGBT IAERA AR A2 vl 4E e otk &4 (58 (D) 88
(117)) CLRIRHESR AL S A TR HE N T A B IR (X (D) 8k (7)), Br & i
N LA bR BA RUF i S SR MR s R Pk BE6% FH i 25 AH R 1 B8 5g e oA, M m] LA
B — 25 ARSI S HE AL A e S RS G B A 1 e Ak 4R AR, SRS 1k 4 iR 4K mT LA o
REAE SRS S VR AE B L 25 (REZARTE ) , ATFE T A 34k, A7
{6, DRI B ] PRIEAST I, S iR T A V8 RS HE IR A AN 75 68, iy HL s A B TR) G, 55256 46 %
BRI o

[o049] = (ID) 8K (I17) ProniILEY) & N LA LR BINLEL A oKE MR =1
fie (EDC) H5&AREMR AD EaWwaiX (17) A &R, A sk (111) 8k
(I117) Fraairh ARt &4, ARG 8RR AR — pH I, — B2 K TH AR L R E
PP IR 2 S R R HH R, AT A SR AR I S, SR Ja s i b s e b 1) =) 28 (T1D) 830K
(I117) 46 &9, IR T A DRI B AR AR B 1.

[0050]  AEHB R S

[0051] AR BH¥S K A% ASFRE 41 bk 2HBB12C3, F 2010 4F 11 H 30 H, {1 1 [ i A 35
FE ORI L, TR CCTCC, Hithk 4y Qi iy K A%, PRJ8 4 5 4 CCTCCNO :€2010123.
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R ] 152 BF

[0052] K] 1.10ug/mIN- ZFERPE AL AE AU K FE B

[0053] K& 2.30ug/mIN- LFERPE AL HE AU K FE B

[0054] K] 3.100ug/mIN- & P HE A F 4 K3

[0055] & 4. 1mg/mIN- ZFRPEHUHSAE 498 K14 B

[0056] ] 5.100ug/ml N- ZE&VG IR E A4 p K Wi B i

[0057] & 6. N- LEEPaHABAE -BSA A HIEE

[0058] & 7. N- LR VEHIIBAR AL REILR B0

[0059]  [&] 8. N- ZE&vh AR Al it

[o060] & 9. N- ZE& PG ARl HPLC &3 ,

[0061] & 10 JRIAE ENT AL RHI & W R ER.

[0062] & 11 VHHBIFAE 3. Omm AN <A vh S HE T A EBR RE I 45 K o
[0063] 12 PYHUIREE 3. Omm 50 - A4S ekt IR AE AN UL B FE 1 45 3
[0064] 13 PHHBIRAE 3. Omm ASH I AR A 20 Hb AR E LA FE R FE I 25 5
[0065] 14 FEHETBAE 3. Omm AS I - AS At For AE FLAN IR B TR BT 1R 45 2R o

BALHEAR

[oo66] St 1

[0067] A & N- LR HEARAE
[0068] H R

[0069]

AN
N

(IV-1) (V-1) i

[0070] (1) %E FEAk - 4F & N B hn N 20ml 4 1 — 7 5L TR (DMF) & 1. 708g.
3.6X 10 mol (¥ P4 Hu B AE (IV=1), JF 3@ N, R 97, 6 =i~ 24T Hi #7535 79 Ik i
(DMF) 58 VR, BRI FREL 0. 173g.4. 32X 10 mo 1 R g 60 % [ & 4k (NaH) , 043
IR S S, i 60 208, B R HOC S0 42, AR5 A Iml 3 S 3 WL 1. 202¢.
7.2X10°mol [FIR TR LERNEASTE NATR SN A, 7N SE )G, fE S R HiHE 12 /M, 2
Jei A S SN 60m1 7K F 43, BA 20m1 X 3 [ ST BRI TR EL, & 420K, LLIG/K Na,S0, 3
AT, 2 Ja i v, FRa i v R vk 48 Jo 15 B B 4R, i\ 6ml ook ZEFT Hpei i i & 14, 2
Ja AT I UE, B Jn B TR B 1. 722 BRI 1k, R 85. 31 % , B[l 4K v Hb AR AR e
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ey (KX (V-1) 5

[0071]  (2) JKfi# 4 15ml Jo/K SEERT LR SDBRATAZ Y 1. 682g.3. 0X 10 °mol (K PGHHARAE
ey (X (V=1)) AT NI, BEATHRE 73 B0 F 0N 10ml . 1mol/L ] NaOH %5
T INFARNAL R BY. 2 /NI, 458 1 NIRRT 15, F O N B LR R, ek S IR AR AR 4,
T 20ml 7K, LA 3N #h QR 15 2 pHAE A 8 VA, LA 15ml X 3 [ 5L AT 2 HL, A 2
U, 7 v A R KB — K, BAJEIK NayS0, T4, 1 U8, Jsk s ik 46 15 ) E [l 4, FH R i &5
bns 15 1. 222¢ FIERRIR A, R 76. 47 %, IEEA N N- ZER G RAE (X d1-1)) ;
[0072]  ~FHLURALEY) N- ZBRVGHIBAE 73+ 58 532. 6, 15 s A 136°C, A% MR IS 1 H 25
F R (TT-1) , VEDLIE 7 5MS :533. 22 (M+HT) P ILE 8 sHPLC Arill4li 5 A 99. 78 %, 13 LI 9.
[0073] B AERGA TA PR

[0074] A AIEZL -
[0075]

\N_>
Q_N\ A

S§O

N
) ,
N\ //O /\/—N\

S§O N=C=N
_/ /N AN
N | N
Z \N O \/O N N
~_0 _N ' N DMF I \
04( 5 N-OH ©
OH N HN
0
(I-1) \\\’

(I -1

, HProBAS.

(I-1)
[o076] (1) # L& BB A3 i N- S vt B AE (50 (TT-1)) « N- J 2k 3% 30 It 0. e
(NHS) « — FI 5 B (DMF) K PERR AL — -1 22 =00
[0077]  (2) BXN- LGP RAE (5K (T1-1)) K MERRAL — M (EDC) A1 N- 2L DR
B i, =& I EEREE O N- ZBR VIR AE @ ARHF AR — Wi f% (EDC) @ N- FRALHE AL
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WHE=1 © 10 : 15, B HENFUEHETH R R M, I kDR i3 1 & i — F
S PRI R, — IR R R IB AR 2 D o\ Z B i, — RS R N =
X AN K, — RN 2-4m1 — B2 AR IR, BR S MARE S BT, R 2 X0 — 28 s B A )
B AR R, R RAIE R NV 58 AT, 76 SR B RIS T RERE 24h, B iE AR O A & X
(I11-1) HERI RN, 188 =5 RV H e AN se A 7K % B, F AT 75T I s
2R, VA s m i S P AR e T, R R N RCR

[0078]  (3) 43 (11-1) 4bEHN- FREEBEHIBE 0 il Fr A s M AL — g (EDC) 7E — 15
R M A SN 56 4 I » BRG0P B v AF T 11 8 IS (BSA ¥V ) » B4R 1l A A
SR 1 ¢ 0. 15 (100mg YAFELE 15m] BIERZEM ) B RMA T 5 — T AR
PR 22, AR B N 3 — T3 R B  , BRI N =5 S N, LA AR 2% p ol Al 3
REE AR N D6 AR A B ER S i A pHO. O IR 22 P

[0079]  (4) ¢ — 5 VLA 10 #0 1 R A =5 RNV, B2 51 RNV
sefa, KA E BSA 5 (T11-1) AEWEEIR 1 o 20, S/ SOG4 T Pt
2 /NI, 2 JEAE 3-5°C A T REEHRE 48 /NI, AR R N- LR HABAE -BSA (X (1-1))
REAVEHB SR TE PR RNAR B EAEEE S (T11-1) 65D EBRYE AN [F 1)
P E , — PR A Y S AR S A BB LU FE 10-20 Z W), BT R NS B PR ,
XN 35 G s s i AR AR SRS B B B R e R v, T A R A S
PP EAL AP EE IR SN LB AE 20 ZE A7 B0

[0080]  (5) “EfTH RN EEH G, Kb B (1) FifF iR NIRE T 20000 4 F#FENTESH,
FENTRAIE LA 0. 01M IR h 2Py, pHAE N 7. 0-7. 5, ¥iEHTAEAE 3-5°C 4 F T i&EAT
A8h, BERE 3 /NI — IR IR 2 G2 1P

[0081]  (6) JBMT BRI BT R IRE H VAT o LG EUR™ b, B 440 (1 T 1
AR A T4 iR N- ZER PR AE -BSA.

[0082]  SLjifs] 2

[0083] A T RehiJR BRI 5w s -

[0084] 43 HIHK :

[0085]  10ug/ml,50ug/ml, 100ug/ml, 250ug/ml,500ug/ml, 750ug/ml, Img/ml # & W F&
PR N- SERVGHUIRAE, BSA, 2P N- LERVEHIARAE —BSA, 43 AN Hak AT A K414, UL
e B FE AR KRR .

[oo86]  MIE 1 & 4 Fa[F H, 100ug/ml W N N- L PE IR BB UF I A KTk
FE o PR/, BT WO IR, AN BEAREUAE & 1 s KRB G s IA 3] Img/m1 B,
M TR R R K, S48 55 N— R P b 8 A i S A i sl Ko

[0087] M 5.6 T %N, N- ZBRVGHBILAE, N- ZFR PG HEABAE —BSA J7E 280nm AL A W UG
100ug/mIN- VG HIIEAELE 280nm AL AE K T 0. 70 WIAEAROKR, 5 L I 22 K, 0Hs
1%, W Ky 10mg/ml, AR AMR AR 4 0. 280, 754 Il N— 219 v i R A B8 JR WK YA )
[0088] E = A/cl = 0.28/(10ugx10°/ml/532.6) = 14912 (532. 6 Jy N- Z R 7t FS 4E 1)
JEIR LR )

[0089] X% BSA FI N- LEgPE A HE —BSA ( LA F fai#% S-BSA) 43 MITE Img/ml IR FE T Wi
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280nm Ab 2 AMEOCAE, PR UTT

[0090] 1mg/ml BSA 7F 280nm 4b )W KefE :0. 595,

[0091]  1mg/ml S-BSA 7F 280nm Ak W ficqE 2. 717,

[0092] W™ 4h N- LRV HABAE IR IAEL <2, 717-0. 595 = 2. 122,

[0093] W[/~ #rh N- LB VU SR BE /R AL <2, 122/14912 = 1. 423x10-4mo1/L,

[0094]  JUIF=Hrh N- ZERVEHUIAE R IR < 1. 423x10 "% 532.6 = 0. 075g/L,

[0095] =4 BSA (I FEWKE :1-0. 0758 = 0. 9242,

[0096] =41 BSA HIJEE RIS 0. 9242/67000 = 1. 379x10-5mo1/L (67000 K BSA I JEE/K
FiE ), MR A <1, 423x10-4mol/L/1. 379x10-5mol /L = 10.

[0097]  SEJiAA) 3 N T BEHU s SN J P B 32 e M A )

[0098]  1.#1k} 5K

[00909] (1) MEPE BALB/c /ML, fAHE 18 ~ 22¢g

[0100]  (2)HRP Hric EPifd 1eG

[0101]  (3) A EK5EAMEFIFIAR AN 7€ A7

[0102]  (4) FARZE M (0. 85mol/L pH. 6 [FIBRFRZEM ) :Na,CO,. 1. 59g.NaHC0,.2. 93¢
InZEEK A 1000ml ;

[0103]  (5) &V 1% IR ( BB SR M B EC ] ) 5

[0104]  (6) PEBZEMW (PBST) 5 0.05% Tween—20 K] 0. 01mol/L pH7. 4 ] PBS ;

[0105]  (7) PUAFREIE & 0.05% Tween—20.0. 1% BHAZ ) 0. 01mol/L pH7. 4 f¥] PBS ;
[0106]  (8) Z 1L (4mol/L H2S04) :HYZEIEH/K 156. 6ml B I AIKGLER (98% ) 43. 4ml ;
[0107]1  (9) &P &P (pH 5.0 IR — Fr iR IR 22 PP ) 0. 2mol/L Na,HPO, (28. 4g/
L) 25. 7Tm1.0. Imol/L #7482 (19. 2g/L) 24. 3ml . 7&187K 50ml ;

[0108]  (10) OPD JE&4) 1% F ¥ (0D492) :0PD40mg. JEEAZE 1 100m1.30% (1) 1,0, 201 1.
[0109]  2.4F% BALB/c /DM,

[o110]  EELHUR N- SBRVEHEIRAE -BSA IS5 &1 96 R se e 3L, 70 2 s/ R FiE
570, 2ml (Img/ml) . 3 J& )5, N- ZBRPEHLARAE -BSA hn&s & 1) o R A 52 AR 78 IR A )
53 % s /DR R EST 0. 2ml (Img/m1) , 10 K S5, W R8BI — 3, S BT AR R AT, 226 3% P2 e 1) /)
USRS . — D HE W LLAFEIkes 7 e RIPTR 0. Iml, 3 ~ 4 RJG, AR I0/0N B
A A .

[0111] 3 i 2

[o112] 58 =R ¥% )5 7 ~ 10d A ELTSA A MG Ry . 7L T < 4 9% )5 1 BALB/c
/N EESR A 0. 05m1, 3000 /min #5.0s 5Smin, WCEEIMTE, 4 CIRAT . AR 22 vl 0K 4 Bt
Ji N= LR VG B AE —BSA #2215 4 1 TAEMRAE (0. 51 g/ml) # A BIBEARAR Y, BRAL
100w 1,4°CI 3R )5 55 RN AR . BEAUINEARE 200 0 1, 37 CIEEIFE 1h, A5 H
PR LR MPEDE 3 I, BEIR 90s (fRIRRVESS, FIE D, 17T o B M3 R A LR R IS 0 N B R AR
o, BEFL 100 1 1 [R5 AR R B R AT RS 2 Lo 3T CHRE Lh, Yk 30T INEEFRERE
Zhuk SRR BB A BRI L ¢ 5000 1%, LN 100 1 1, B 37°CHFF Lh,
SRIGUEGR IO s IR -5 FLIETEC %) OPD A% ¥ 100w 1, 37°CHFEE 10 ~ 30min
Ja, BEALINZ R 50 w1 20l N o ARG FEBEAR A 1 4920m IWOLE . DABLIIE RO
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P R B S WO R 2 A5 (BRI P/N = 2) bR RIS F0Re B S i i3y

[0113] 4 K2

[0114] = Ik % %% J5 4 ELISA I 52 /N B 3E o $L & 204 43 il 11 1.6X10°,
12 3.2X10°.1 : 1.6X10°.1 & 3.2X10° PYRE/NEMMERMBER T 1 0 1.6X10°
UL b, Ui BN TR A s D, B A () SO DR 1 R0 2 S, S e RO B &, 145 T
B I , o] DL AL J5 S g BT A & 0 75 2

[o115]  SEJife) 4 A< B i Al 2% i il &

[o116] g HESKHER] 1 J7iEd 4 v s B4R N T & b N- ZBRVaHi IR HE —BSA 42 Fil
T3 G 5 )N BRI 2% o A T b IR 3 E 5 v P TR (1) 2 A P89 48 bR, IR i ELTSA 1560 0 1t BH 14
T, 15 3 BH M T R 2 AT IR 41 i 2HAB12C3 (/R 5 4 5 & CCTCCNO 2010123, 445 H :2010
SELL 30 H ) R BH M v e AT 83 4 i 5 2% Babe /N il s BRI /K, SR ELISA K, 1
K EERTIE 1. 0 X 106, 4 /K 2i4b 45 31 i 4l B2 16 B v B AR 1, I B VR AL, A AR &
FRiCH

[0117] il 2 &P vu b AR 4E 5 5o B B B R AR SR 10 F B TG 5 b [ o AR IR S A4 G A
CH IR BRI« AT A IR — 8 5 50 4 5 4 B8 0 5 7l 7 20nm—40nm 1R 1 4 %5 ¥ s FH
0. 1mo1/LK,CO, i 15 I 3R IR 2 1R 4 5 W 22 A 3 pH 8. 5-9. 0, 4 44k (19 4% B 7 0 A =
SLREBUR AL AGERT G, % 3 1 g/ml BN RAR G E T, iR B R 15-30min, 2R 5 1%
5u g/ml FIE N BR TgG B ri PR, S EREBEFE 15-30min, B I 1% 4% 85 I 1
BUREE R 0. 1%, Fr4 i HE 5min, 4°CF 15000rpm B5.L» 10min, 373 F3E, B0l 1 & EK
FEHR R 2 JRARURA], FRRE L — IR, H BB ITE YR B2 R AR 1/20, 4°CIRAF
25 H 5 BIERAT & Hrvg B AE B 5o B B A B IR R SR it Y B TeG B o P (I IR AR B hmid
VIR AV, Sorb IR B2 B0 7 5% W3 Y 0. 02Tris—HCL ZZM

[o118] 1 15 MBS BT B AE S e BE DA AR AR it A TeG B e B I
(I AR G BRI P VR A s TR R R B T SR MR 4 R B, 27 C AR T, )& i Hb IR HE & b
GEAEN 3, R T2 ) SRR, RIS, TR

[o119]  FEALAEMR 3 b A SiEm) 1 4 ia s AR AE A iR 0. 6mg/ml A0 4% B 28
ML T 4 4, HEDU 1e6 ¥ 2. Omg/ml ¢ B2 XN L C £ 5, AR E R m AT HES o
[0120]  RACAHIZHSE (] 10) HRE A 1 EhrdH a3 2 i 3 TR K3 6 H kY
FEATAR 7 b, B 1B TR 7 13, WK 6 B TR 7 095 — o, BARIE 3 & T4
B 7 IR, bR g A 2 B TR L I 3 2 ), RIAS I A T S e A il 1 v IR HE
JEAA 2 J2 B RS W X 30 2R KA, g DR AR 2 ot 2 22 5K 43 V) R 2. 5mm=7. Omm 58 5 A% X 40 4%
BT RARAT o

[o121]  SZjEf) 5

[0122] St fo] 4 il £ 1 78 Hb IS ={E 2 1A 4 R 4% 4% A I ¥ BE 23 3l 9 5ppb. 100 1 g/ml
500 1 g/ml PGS AEAS M LAZE IR /K C RIPE OIS HEAR A Omg/m1) , 25 3L LIS 11, &5 A H
2K CE PR EE Omg/m1) &5 LB ;5ppb PUHBIRAEES M S5 A A P 5100 1 g/m1 PH iR
AL R AP 500 v g/ml VEHIIBARE LSS R A s Img/m1 VIS AEZ5 FEBH 1

[0123]  FH St o] 4 il & 1 U5 Hb IS HE B 1A 4 R 4% 2% A8 I ¥ BE 43 3l 9 B5ppb. 100 1 g/ml
500 1 g/ml FRIACHEIS ARG W LAZE 1R /K ( RIAGHB IS AEMR A Omg/m1) , 25 3L LIS 12, th&5 KA H
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&K (5 A ARAE Omg/m1) Z5 2R BAYE 5ppb AMUARAREF 4SS RGBT 5100 1 g/m1 AR
FEFF ST RBHYE 5500 1 g/m1 A IBAEFRE AP 5 Img/m1 AR AESE R B . UL PG
IRARRE R A I 238 A AT A A AR AR e Asr ) o

[0124] ATt 5] 4 1 4% A9 ot b 8 A e 1 < 1k 4 4% A 0 R B 23 310 4 5ppb . 100 1 g/m1
500 1w g/ml FYZLHUIR AR R LAZRAR/K ( RIZEHEIBARIRAE Omg/m1) , £ 2R DL 13, 145 R A th
MK (5 2R AR Omg/m1) &5 RBIPE 5ppb ZLHIBARVE M S5 R A FHTE 5100 1 g/ml ZL 3B
AEEF ST RBAYE 5500 0 g/ml ZLHORAERT ST RBHYE s Img/m 1 ZLHURAESS REHTE . Ui B vk
HRAE JBe A e A 408 H 55 FR A A R REZ B AT AL 2 R E (A

[0125]  FI i Jti ] 4 i 45 Fg ot b 8 A e 1 < 1k 4 4% A 0 ¥R B 23 310 4 5ppb 100 1 g/m1
500 1 g/ml (Rl IA R ARE R AZRIRK (BAIE Rz AR R AL Omg/m1) , 2R DL 14, 45 R
ZEK (B Ak Bz AR Omg/m1) S5 RXBAME ;5ppb ARIE R ARR AT R G BITE 5100 1 g/ml bk
ARFF ST RBATE 5500 1 g/ml Al ik F AR RBAME 5 Img/m1 Ak AEST R A TE . ULV
IRAR I A <A T A AN TE ] T A as Sz AR AR o

[o126] P ARAE A AR  ZLHARAE Atk AR (S5 A AR T

[0127]
o o /
éé Pf .:/L”'\
s/"J yjf >
3 i ng }; Mﬁ | s HN )\/j/ﬁ' ‘;‘3
5 Z if\ ii A MS? o >N N, &
N N P TN NP AN~
é’ ' v;{' by i b ( J i 2, N L
Lo —\ - —
f‘g i““wm /Wx Q‘”"““«‘mj::" \!"53 o s o, '\jf' .y "ﬁ(‘(‘ &Mﬁ":j"w "“‘“n)(} ,//\ T ‘\5‘\
fo128] AL E, £ ABAE
[0129]
i
AT i Y N
L W\,i s Q“‘* 7
S | Sy Ny \\X
e,
~ . 5,
{’j‘j "\,G;f%”"*ﬁ

[0130]  ZLHBHSAE, fihil$E

[0131] W B &5 0] P H IR EE ARt HE 20t B 34 B AH R 1 0% , it b
e 5 HT = A HAFHFEEERZ, 7] OS] 4 4 06 78S HE R A i AR 4 mT FH T4 I v s
HAE CL R PR HE B AH R REZ RS- &4, T A Re T 5 Va B HE B A R 46
“.

[0132] A BHARS I a1 TS = (40 R 7 <6 J 2 B iR A 4% PR ) e B i 2

[0133]  PUHbIBAE)E T/IN3F 000, AR BIR 5 4 i, RUAFE S b v s R e s 5 L BA
AH TR) BEAZ 1) 45 A AL A ] 2 AE LB 3 B Bl b JR N- LR P b AR Al —BSA 7% 4 g 1k
Shrid FITEHUBAE R e FEB LR . IR DAFE R 1 Rim AFEA S, FF S 5 1R 4R
SIA LB ANAE N E LIk 3, W bR B b BT R HE S Ar o BB, 5 R
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bR AR TN 254, WV R0 A E <8 b 0 7 i BT 16 2 EL UK Bl B TN S A IR 4T 4 JiE
¥ N= Z R PR A —BSA S A2 G e S L, i Jlg AR <g ks o A 8 A, AEASL I R AR T PR (5 26
%o A IR R A7 CE R 245 i, DB ARAE e b B S R DL A 2 RRE W m (0G0 420 A
P S P AN 1] B A 3, BT 3 AR A E s B0 s B B AR S e I £ B0 Bl SR 4 s AT
MEARATAALSL I WL 6) BT FIUR 16, TIRFE M R AFERF I 2y
Yy, ehrai R ) AR TR R 1eG br (T I PTIRAS 2 I B 408 11 B 3h B0
2 (5) LD 1eG &5 fr, RPN, AR S R0R A AR5, I AL B 4
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