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1. PioRE B 1 5 A8 BB 2 e L b AR Ty v, s D IR

1)ER100uL 10% BB FLATRL, in2ml 10mM pH{E 96 . LEIMESTA IR 2], 15,000rpmEg L
50min, 3F FiE 2 J, N2l 10mM pFME A6 . | AIMESTA T, W 02 fs A2 FuliVik 1 e 7L Shes 40
TRAT AR AR 5 R0.5%

2) B4 . SuLyK A 22mg /mLIY adi A Cy s—CHidk , FpH7 . ARIPBSZE i B 2 100uL , V&
5],

3) KD IR 1) FRAG I B LR A 5 40uL 25 B8 2) SRS K B Cy s—CHUAR VB RIR &, B T i
ﬁﬁ?*%%iﬂﬂ%?ﬁ%lBmmﬁW%%ﬁv\/ﬁb’E ,

4) HX 250 L1 5mg /mLig — MV i 3% [ 251 L[ 50mg /mL N—¥4 JL A A 5% F Bt V. fie [R] s 21 20
B3 IS , 7020 8 25 C RE 48Pk X R 3h,

5) R BLLE W 5, 5 A R4 ) BT A3 IR B AE L5, 000rpm 0 40min, 77 13 , SR EECH 1
Cy s—CHUHAR 1 Fe FLRR 5

Hor, Tl B PLRTURE 2 R B I (K 58 % 0 B FLAURE , ELREAR 9 150nm,

B A5 8 10) FID B 2) (O U A AT FL B

2. — PRI BCy s—CHUMR IR e LU , H 2 38 e AR B SR 1T Ik 7 v i il 4 14

3. — e L 35 G 8 L Y i ), FES A BRI BER 2 B I (1 AR B B Cy s —CHU MR 4 e L 500
i o

4 — PR L i G bE G, S A R EL R 3BT AR 11 e L 38 o 2 L vl )
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— M SR E B BN BEL E Rk ERVBEX S A

[0001] AHERZHIE S H201310236062.8H11F H A20134F06 H 17 H & B &F N “— fi
BRI - F AR R R AR R 1 [ R RS I RS

ARG
[0002] AT W13 B AL AL Al PRAS: 36 008Kk o EL AR I 5 5 AR I B 8 S — P3RBT 1 S AL
IS 8 LRk & AL A BB R BRI .

BREAR

[0003] 7 AL 4 G bL itk 2 v, 0 AR A o A5 A D ) 70 S B A4 I P RAR B 0 T &
LN SR SR B A ORI s b 2 B A T B B B I 1) o i B BB R I R 54
YO0 DR AR A ) S R S T 25 T B R, (50 A Jee ) PR L 1 i A e B s

[0004] WL G bb i A LA WAk 2 TR R i (B 5 B ORES & A 4%
R oo s (Beiag) 5 bR BIEk B buig (B )50 S G A A T RS-
WKL AW X T RE B 1 I B IR A, 3898 1 e 2R O BE o A AR AR 20 B A3 AT L e )
5E » BN MR R/ L B 200k S AR S S b M b B R S s .

[0005]  ZEBEATRRFLIGOR S b MR AR, EoR P A (B ) 5RHORIT S & 46
77 AT P4 PR 2 - s Bt Bl LA AR o e W BB B 2 R A B T 45 4 BRI K
R [ 5 Tl sk 4 T ) i K ik 2 ) A LA 5 % 70 i B AR I B 38 sk 3 i o SR B BRI 2
T B 5 S IR R T B A S R R AR R, i SO BRAE RO L

[0006]  ILHMEIBRVA H T4e R PR UF S ORAF 9 HIUVE R 0P 457 5, REL ) 2 L A A A2
Ao T L] W2 RS AL AR S e b B O L IR A SRR M B FLRIURE o 1R 22 B FLRURL
A A T B FRARANR TR0 U e I L (PR S R R B R R
B IR B LD, a2 S, AT LSS ARG b & R A oy Horh SR BRI FLURL AT DA R
HI 2 B WG FEAT G AL, 7 A2 BB RN 8 1 5T B S A AR (an a3 ) R AR A R 0 S Iz 1P o 1)
1.

[0007]  H ATk, TR BT K B B R (1 7 7 (BB SR 5 R LR L g 5 DL )
J5 N SR K VA PR R i (EDC, 1- 20 FE—(3— R R G L TR F) Bt — W) A S 1 7 125 1%
T AT LA I P Ao R B AT - — A B TR

[0008]  7E— i, EDCEL 42 N H 8 A i SRR S v, R J LUK 4 7K ¥ MEEDC i
T AR AR ER , AR P DL B S B s R A R .

[0009]  7EWy AL, S FIEDCHOE e LR , 5 3 — 2 I NN—J2 FE B B IV i (NHS ) BN-
FRIEDRACHR I (Sul £o-NHS ) AR B 53— A v ()44 B (NHS-BRELSul fo-NHSHR) o A1l
— 3P VEI R A AR B A EG , NHS-BE B Sul £o-NHSER /£ &5 14 [ 30 nfs e « Rk, 2Bk 1) = &0
5 5 5 (Greg T.Hermanson.Bioconjugate Techniques.Academic Press,2010).

[oo10]  fEBGIFEH, H T K2 HUE G i L RINAF/E A 1R 2 200 (i iR Fs 2R ik k)
MR HE (AN 222418 75 A TR YR ) . i B HIEDCHE 7 N 3 EE A B MK A H R R G I IARE



CN 104535758 B w Bg B 2/10 Tt

i vi I AR bE , (B2 T D IR EE 2, AN T I 8 SA, 4 iE NG A G S B 2 1 S0P
SO (AR SR ) AMSA I TE 2 1 BT ARHA o W28, MBI AR A 7 [ 1
B S , A — BT R T

(00111 AHELBCI 5 , — B iRR D R fA R EE, BE A& KA AH 2, BRE G AR =
FEAT B BO™ B, X ToBE S BT JEA TR 2 AT . I B, 4% th ok i il = B E 8
A DAAR GO S 27 5077 it 4 2 1 RS U BR T R B RE o e Ab L A S — 20V il 4% ik 7 72 Dl 2
i pih S 2 PEBEEE , WA 1 5 28 5 0 21 R DA A ) 00 7 L o DRV I, AR U 7 2 — Pt Y
— BT

ZRAE

[0012] B N HA PP b A FHEINHS 5] N B — 23 e, P BRI, il
XM I ) A BRI AN 2 AR S A3 21 0 25 2GE - JF B, Sul fo-NHSEUNHS o i T
SR RR

[0013] PR, MR 4B AR W I — AN D5 0, e — Bl 5 2l B 1) 3 LA AR I 2= sk B i A5
Wi, AR IR

[0014]  1)fR4ILTHER,

[0015]  2) it & e i 40+

[0016]  3)MiER S & &M o FIR A5, A MRS & & 20 2 TR G

(00171 4)AFi75 3R 3) V8 5 Wy ] st 4 bl — NI e RHIN—28 B2 BT S e , AT LA A B S 1 5
[0018]  B)USERARERA & 2 Z 10 7 IR ek

[0019]  Horp rak 20 98 1) 2B 98 2) 1 i 7 72 i) L #R T o

[0020]  7E—2esiiiti )y srh , IR (s AR BB R I 5RO s RS LR

[0021] A% BH By R 7T DL AT AT &0 3@ B T B 1 ER , Bb WiBangs Laboratories.Sigma.
Roche Gibco.Merck.Amresco.lnvitrogen.MilliporeZEfit i i #S - ALA & P AL 5 HAEHY
PR ISR SRR I B FLIURL o A e RN T PT USE R, B 4T il & R BB I R R &
A7 Fed FLAURL AR AT DA FH TS i 48 R B

[0022]  7E—uusjifs 7y =0, BT Bk B2 N 80nm &2 250nm o 44 1) , A4 RN o v DA
fide » A B PR S it I AN AR T PR iy RS, R S R B A A 2 8 ik [ g m] A FH T SE it A
R o SRR 7 T B A 3% AN [R] RUST BR) FBK 5 78 JE L 18 5 % Bl ek I &0 o, 0 WLAROSR
(¥ R~ 980nm %2 250nm . £E — AN HARF St 77 20, BT AR BELA2 915085 200nm

[0023]  fE—esiyif 7y s rh, Pk & 2L 1) 7 ik B 22 JIREER 1 5T o SR T, AR ks RN iR
A DVER R, fEARICE AR, R AL IR A TE b 2 S T AR BR W Ao A B A (i 2 ) ke AR AR BRI
SNEHE AR (A AR ST, B BT F AR AR B R ) 4 S BRI AN H I ) T VR SR AR I
FIRILFUIR [ o 7E G bl Jehoer I PR 40822 38 B0 R K B ) B 2 IR AR B Rk |
DAASE T i LA I AE AR o (1) 55 00 40~ o i £ 1) BB IR B R AR B T 0 i oA iy P 44
AR AL AR ST P PR BB R R b AN B AR S Ty 2N R 2 IR AR
BER E

[0024]  FE—uesjif 77 b, AP IR 1) v AR B A Fo AR A (1) — 2P vk 04T o 4912, W ek
VT AEIE 1 1) 22 P R R AR L TIOEK , 9 T DA 2 R sR AL S 7 HE 2 1) 7 V2R A UL fRloek o mT
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1) 2% P B4  AEASBR T MESZE Pl PBSZE i  HEPE S22 i JMOP S22 il B 3 il 42
WA o G VRpHA] AZEDH 5-8YUFE P o B FR MR , ARSI AR 52 mT AR 458 5 LR 1)
I AT 1 8 R R SR B FL pHYE 8 PT DACR FE R AL R 7o HE R 1 R PR A — AN AR
(RSt 7 S R R B AEMESTA MipH 67 (2= il Hh ke S ik .

[0025]  fE—ubsjifi /7 arh , 20 B8 2) W] DL # BB A FoR T () — 25 i i AR 3EAT . 1 K B
) > F IS RS YR G A — AN B AR S T U B BRI A pHT L AT PBSZE it
W R SR UL S IR 5T AR, B ER R A FRAE I 7 AR AR T, AT I e i B
{EAIR T, MESZE i - PBSZE P HEPE SZZ P JMOPSZE phif B 3 R il M 2 & - 2 1
WpHRA] LAAEpH 587 [l P o B2 B A , A TUHEL AN 51 7] AR B R BRI 5+ B AT i e i
R i S AL S HpHYE

[0026]  AE—uesififiJy A rp , AR RS UL 0 3 B0 TR B 47 [R] A 2 e — 0 e RN
BREAE W i » BEAT AR BL o £ 5 — 202 SR B — 0 i — Pk S 0 E AR R 7 o A A%
Gt — AR, A B G 7 120 R I 51N Y N=32 5 358 1 I IV Jide o N—2 5 358 1 I IV e A A6 T
AE 2 o B o B2 IE AR e 0 i FIN= 2 SR B 0 S e A2 40 e 40, S S I 2
LA R o 5D EANR] AR H I 16 7 0 A R RN R 0 9 VR A ) R e
TV RN S BRI Y

[0027]  fF—3Lsjfs 7y 3 rp , B 0 Jli AN R B Tk STV e . ot 6 [R) — YW R  TInN J E
R,

[0028]  fr—uesijifi 7y A rp , D IR4) (FIN-F2 JEBE ML il ] DL 85 i AN-F2 L AR AR BR HA 8k W0
Ji& o ANBR T IX FER 18 , W] DA A N2 S AR BR H 09 S0 e bl N-F2 SE 3% 30 B W i s A3 6 22 (1) 47
HL AT, 3X A B TRk 2 () 3> BE 22 (1) 5 F R 5 70 5 AT A AR B0 (1) B8 s (1] b (R it sk
B MRERAS, X — P T HRE SIS .

[0029]  #E—ubsijif 7 srp , T DAAE AR Gt — DV AR B R4 R T AT AR BB S L 5 11 7] DA %
HR T R A 7 o E 752 1) S S A 3EAT 5 P DA% REARR ARG 40 8 SR AR I S B 2% AR 04T o AR
SUBHLARN ST AR IR A2 7= RUASE TR RIAS: | B S 7 1O PR o A 0 2 ) e LR 2 IR
IO PR S 2R ] A B bt DA B AP T M B 1 5, 7 AR 2SR B 1 S MR
THHT AT A g A 5, AT AZERG B S R R R BT, B A 2—- 408 [C FE o S R () AT
PLAO . 5-5/N, fIide 147N, AT 366 237N o 3 i 3 e PR A BT ONE G BEAT  (HL 2
TE PR FEIE BT, BT AR 77 2 B SR 8 1 S 3 PR o DR b, AR A b RN 53T DA AT e A
T PFE DA S Bt R

[0030]  7E—ANBARKY S T7 AP AR BLAE 2 iR (20-253% 1K ) T 34T , i A+ , 7
#L22-3/NF

[0031]  fE—esiifi 7 srh , 7] LA BRI AT B WOR £ 3o AR R Ak o 491 2, 89 0 S 3 8 T
W

[0032]  AE—ANE AR S 7 20, it 20 R USGR G I A BRI ik -

[0033]  HRHAEAK M) 35— J7 1, AR SR — PR 4 3R 75 1 B il £ IR AR A 7 2
[ F Ik .

[0034]  AE—ANHEARMSLHE T b, AR AL T — P S ECA HLCy s—CHUAR I R AR U Y
RN o
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[0035]  7F 55— AN EARRI St 77 s, AR R B 1 T — PR A BEBR T VA I RO AR A&
T P 5 O 2 0 o LR

[0036]  MRAEAKREHM) 55— ATr 1, AR A IRAL 7 — PR LGRSz bl wukR), & A
AR & AR FRIRER.

[0037]  fE—ANEARRY STy b, AR B ER AL T — P Cy s—CHe LI 9 S e bh sl ), o
H AR PLCy s—CHUE B FABA B 52K 2 M B LR o

[0038]  7F 55— AN EARM St 77 s, AR B 1 — P S SR T Y 1M 25 O 7 e L 39 58 f
P bE YT, A (B B BR T VA I RO R FAB U K 58 2 2 e L ikt o

[0039] R4 A K BHIY L —ANJ7TH » A8 R BB A 7 — o o 2L 394508 4 4 L R &, it ik
FIE & R S Z M o F IR BCE A ok B L8 S s b i) .

[0040]  fE-—2Lsja 7y S rp , AR B FR AR 1 — i L 3G 58 H y% b e R, O mT DA ik
FIE B 2 Wl

[0041]  fF—6 HARR) St 77 s, AR B AR AL T — P Cy s—CHe L3 9 S e b sl ) &,
SRR 2 Bk il A& & A 53— RS = um Horh 8 — RS A R il 3 2 5K
W) R THI G P 791, A 32 b AR 40 75 20 mT DA 55 A A SRR/ BB T ﬁqj%gﬂ USRS
A UCy s—CHUA I FRFAS A 1) 5 2K 2 M Woe FLISURE RN 98 i, AR IR M AR 9 75 Bl ] L5 26
2 TN ZR T T 7] R R R/ BB 7

[0042]  Hoopt BT I 2R V5 1 770 0 AR S - 3R T VG 1 751 o BT By 8 710032 1 1) B R B % R R
S 58 T AH R BN\ PC300 1 i — Fh B 2 b B ik 22 SR 03k L PEG R B . PVP R FIH [1) — FhEL £
o FoHp BT = E B 3R VG 14 713 ) TWEEN ZR %1 L SPAN R Z1)  TR1TON R 51 H 1) — FhEk 2 Fh
[0043]  HRAE AR I X —ANJ7 T, AR BRI T AR LR J7 i B il 2% IO AR B & R Y
I F IR ERAE 1l 2 Wik 7 b 1 g

B 152 PR

(00441 &1 HIth Gt — 251k il % ) Cy s —CHE LA H 5% EL b R 22 fll 6 o o T 2

[0045] &2 AR & BRI 778 CIRNSul Fo~NHS ) il % [ Cy s —C i L 38 3 G 335 bk b 771 22 1
b T 2

[0046] |13+ FIA% 50— A2k il 4 ) S0 T TV 0L 2 O 7L 18 5 A 88 b e i) 4 i 18 o v
2o

[0047] P&l 4: HIAC R (¥ 75 32 CINANNHS ) ] 5 P9 J70 B 2R 11 7% 1L 2 O 7L 3 5 e e b ek ik 51
b i

BEiEIiE N

[0048] Oy T AEACK ] 5y T HEE , T 045 A BRARSE ]2t — D R A R I B AR AT 1R I
“%” RN UE/ R

(00491 DLR M 1 A WY St 75 2 b I A FH RS LA bR B HL R IR o LS S I 2 AR 1K) A2
RIS TR BITER, FFAS IR BAK B, 5 00 MR K S 5 5 1
Dhe AR B AR 1 A m] DA T TSR A A W

(00501 DATF S 6 LA ST Cy s—CHU AR EERR TR ¥4 ML Z O Ay I EAT 1 Ik, R AR GUSE AR

6
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RAENGERA , HE 2 Ik B A S S AT R AL I 7 1 AR AT AR SE A ]

[0051]
[0052]

[0053]
B —25 DA W) 2 IR HEURs 5 7 5

Al

FEARRH LR 30, "2 K7 A2 FRa -2 A IR IR T R A i AL S
WS H H2-50 N R R R ALK
FEAR B BTN 30, “E A T R fRa - A BRI T IR AR AL i M R, B

BRZH R IR A B E R
FEARR W B30, “HR LR I FURURL” A2 48 L IR 20 09 FRAR SR A i e 5
Y s BEFLRURL IR K/ BE 5 5 oh 840 Joa ) LE A ) i S, T AR AN TR PR BEAT & B, ELAR AN
JU AR B TURORANTE ;& W LML 2 R B R ), RN S R0k m] AT 32 F T 7F
2 WU (WAL BR 5 2 R IRORE R PRAGL 38 55 ) 5 I S4B i 2 ] o1l i it
2NNV BN R NN 2 S BB Ny B I B

[0054]

[0055]

[0056]

[0057]

[0058]
[0059]

[0060]

L, 8%

[0061]

e pe Y INE

BRE LN LR

BB Cys-C £ BEHK

Cys-C tr#E

BEEREW MR O ARUEdD
BRI E O EAHUR
EDC

NHS

Sulfo-NHS

MES

HaR

BSA

NaCl

NaN3

NaOH

4 B WX

Ak s

B AL

+ A
a@ia

T J D i AL 540, T8 504 BB 2 2k

150 nm. 10%. RERESE 65umol/g, MERAE
s

200 nm. 10%. FER
/)

BN RITAMBEAREFER A,
22mg/mL, ZHr KT 1:400000
TR BREMH RN E R A A
L LB A E AR B E R A A
RN A ZREDTAERAF
T AN I 2 TR
BIhr T, J3irat

L AR P 2 TR

R IEERHE R R A

EZHE R FRFITRAF, et
APIS
EZHERFNERAFNARAF, ol
EZEFANWASAFER AR, Sthal
EZEFFRFER AR, ihal
RE-40

Eha

=,

48 65umol/g, MREAE

BEHATE

SEHEAIL AL G — DI AR B I Cy s—CHi g

1)ER100uL 10% B FLIBRL (150nm) , in2ml 10mM MESYA R (pH6. 1) V8247, 15,000rpm
B5050min, 7 FIEZ G, iN2ml 10mM MESYAVE (pH6 . 1) FHWR R4 S5 52 Flivi A5 s L 59RE 43 1
TR ), B FLBRLIR 0. 5%
2) HR4 . SuLIK £y 22mg /mLIK) S it A\ Cy s—CHi 4, FpHT . 4fKPBSZE il A BE 31 100w

3) 40 BR 1) FRAF B ORI TR 5 40uL 0 3R 2) FRAFHI 1 Cy s—CHUAE MR & B T W
IR BN 1 1 5min Al 3 75 73R 50 o

7
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[0062]  4)F¥584PKREL0.0050g EDCIE T 1mL 25 B 7K 13845 5mg/mLI¥EDC, HX25uL 1 2R 2
1) B LR 5 41 Cy s—CHUMTR BV , fE IR T, Fr e hi bt Bi3h.

[0063]  5) S N.45 A5 45 S SR AE 15, 000rpm B 02 40min, 35 B , RIS A iCys—CHt
A () 2 FLATRE o

[0064] S s2 : A% K BH 772 CR A Sul £ o-NHS) fB Bk HiCy s-Chufk

[0065]  1)EX100uL 10% B FL iR (150nm) , Mi2mL 10mM MESIE W (pH6. 1)I8%7,15,000rpm
B050min, 3¢ FIEZ . N2mL 10mM MESEWR (pH6 . 1) AR 7R 5 S 52 M f8 B AL R 73 1
TR 5D, LRI N0 5%

[0066]  2)HX4.5uLik A 22mg/mLE] fudit A Cys—CHifd , FHpHT7 . 4HPBSEE MR AR B 21 100w
L,78%].

[0067]  3)K:0 B 1) FRAFIUMERIE R 540015 B8 2) FRAZ I i Cys—CHUK B RIR & , B T
FIHEEE S E L b 1 5min e /3 78 908 5

[0068]  4)HY25uLEDC(5mg/mL)¥% [/ 25uLSul fo-NHS (50mg/mL ) [F] 5 03 v A7 i ik L ik 5
PLCys—CHUBIR A , fE 2R T Fraehi b I M 3ho

[0069]  5) SO M.45 A 45 S MR AE 15, 000rpm B 02 40min, 35 B , SRAGABIBCA iCys—Cit
A () 2 FLAURE o

[0070]  sjia 63 : Cy s—Cik 7l il £

[0071] B sl 1 (2 ) U 3R I e FL TR n2ml. 0.01M PBS(pH7.4) 8 A 4 BUHEAT G ¥E 5
15,000rpm& Lr40minFE i s n5mL 0. IMB 2 BR 22 MR (570 .5%BSA,0.05%NaNs,pH 8.4)
e P 43 R AT E N0 . 2% [ I FLRORL s BE 3 #E30min 5 , B T2-8 CHéF E 2 H.

[0072]  PEJ7 1T

[0073] 0. IMH % ERZ MK pHS. 4;

[0074]  0.5%BSA;

[0075] 0. 2% fEIBA HCys—CHURRI K 5

[0076]  0.05%NaNs.

[0077]  SEjafhl4 : Cy s—Ciz Wik 7l &n i il 4%

[0078] BRI T L /5 4 Cy s—CiZ Wik i &«

[0079]  £E—iFIRL

[0080] 0. 1MH % FR%ZE MpHS . 4;

[0081] (.8%NaCl:

[0082]  0.5%PEG—6000:

[0083] 0.05% Tween—20;

[0084]  0.05%NaNs.

[0085] &% i FRIR2 « 4 S 451 3 ] % 1) Cy s—Cik I E N 3 il IR2.

[0086] 43 it B — i AN 5 il RBCE AE A G B 25 4, B T4 B sh A4 4 B dX
I, AT DR 5 — R il B A s e /N

[0087]  SLifafhi]5 - 22 il b h 2%

[0088] Y& Szt f51]4 1] £ I S W 7S B 2 AR 2 - 40 =4k 0 A b, % Cy s—ChmfE i (0.5 1
2.4.8mg/L) M8 A0 ™ S HAT R I, 2 hilbm i h 25 -
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[0089] e A= « P R 48 K

[0090]  F=A/ Rl : 546nm/700nm;;

[0091] i 45:60-62/34-36;

[0092] e 5[] s 1E ] ;

[0093]  Hi#fEKAY :Spline;

[0094]  FESHE 2. 1uL;

[0095]  RI/R2:175uL/35uL,

[0096]  SEjifafsi6 - L0455 3

[0097] 1. &4 —BESRAR I SOk B Be il ) R 45 SR LR LR 1
[0098] 3K 1.Cys—Chrh il e {8 ( =k HE LIS AME)

[0099]

PR A B2 AA ACE-FD A(E)
0 0.0029 0.3328 0.6151
0.5 0.0256 0.3507 0.6585
1 0.0494 0.3847 0.7392
2 0.0815 0.4330 0.8655
4 0.1084 0.4857 1.0115
8 0.1169 0.5113 1.1024
[0100]  SRA] b i ) sE {E 8 Srbm AR it 2 7 B, 2RV T PR ARG REUH -

[0101]  Y=0.0133X+0.0298,1>=0.7591

[0102]  7E S 5] LA IE S RL I 3/NBf ek B b, 70 5 B SR 2 T BB A I BLG , Sk AN B

fasE At TR EIRES A UtsEn .

[0103] 2. YA B J7 ¥ CInSul £o-NHS ) ZRAG 14 Sl Kk P e il i 1700 (10 &5 R e 2 A 2 i

TN

[0104]  3R2. Cys—Chr ik U E (1 (=R R SLR 1 #{H)

[0105]

IR A A A(E-AD A(E)
0 -0.0033 0.2883 0.5161
0.5 0.0024 0.3008 0.5497
1 0.0086 0.3127 0.5805
2 0.0281 0.3483 0.6652
4 0.0723 0.4205 0.8519
8 0.1099 0.4963 1.0747

(01061 SR _b 3 U052 B 22 ST ARk th 2675 R, 2 PE T FR ARG RECH -

[0107]  Y=0.0148X-0.002,r>=0.9709
[0108] 7 S {51 2 A B s B2 () 3/ NI et Rt e, R 30 AT ML 28 B R B IR, ik £
SE AL TR BIRAS o I HLATIE NI 223508 e MR 7] 928 K 53 B8 K (149 B 18] b A4 N 0 B4, 475
SR DAR FRR BOIRAS , R WA ALK R 4
[0109]  MEER L5 , ERARM S M7 FE N 2 8 J5E i 1) o i L BEm] DL, X =0 , Y=
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0.0298(fE4751%) , Y=-0.002( &KW J7%) s HY =00 , X=-2.24 ({4 777%) ,X=0.135
(ARRIATTIE) X BWR A A% R B 75 15 BT R4S (10 82 1t 77 12 -5 AR A el 4 28 S B8 S 3
=

[0110] I H., AR BRI VL H A S UTHI 26 MM 5% R Br® =0.9709 (1 £ 48 )5 i i 2 M+
e RZBAUNO.T591) oA N FRANIE , v R LSS PR R TR o W] LI AL R 281 58 4 BE W63
SR ARG 36 1 B FH R

[O111] SETEMT : A5 40— B IEAR B BE SR IE VA L RO

[0112]  1)EX100uL 10 % BFLEIR (200nm) , fi2mL 10mM MESIE W (pH6. 1) 182, 15,0001 pm
B050min, I BIEZ 5, 2ml 10mM MESAVR (pH6 . 1) HIWR a2 il £ e L ARURE 73 1
TR, B LRI I M0 .5 % o

[0113]  2)EXImg®EER A VA ML 209 T Im1 pH7 . 4HYPBSEE M H . VR 2

[0114]  3)H B B 1) RGN MER B 5400l 5 B 2) IS BEFR B ML ROB IR &, B T
Fil 34k 2 G Pt 1 5min{E 3 78 VR 5

[0115]  4)HX25uLEDC(5mg,/mL ) NI 7E &) i H FLAURE 5 HE SR IE VA LR OIR SV W, 72 = iR
N RS I S 2h

[0116]  5) S MZEH S5 , 4 S SR AE 15, 000rpm i 0240min, 35 EIF , R4 HECA BEER R 4 1L
RO B FLRIRL o

(01171 S8 : AN B 751 CRAINHS ) AR EC BEEK B 4 I 250

[0118]  1)EL100uL 10% KFLETRL(200nm) , i2mL 10mM MESIE W (pH6. 1) 182, 15,0001 pm
B 0b0min, FF BIGZ 5, N2mL 10mM MESYAM (pH6 . 1) FIWR A s S2 iR A3 e L ARSE 0
TR, LRI R0 .5 % o

[0119]  2) U Img B EK B VA ML 25094 T Im1 pH7 . AR PBSZE MR , VR 2] o

[0120]  3)#5 DR FRAFHIRERIE M 5400l D B 2) SRAG ) BFEER T VA LR OVE IR & B T
Fil F3 kA G P bt 1 5min {3 78 VR 5

[0121]  4)H(25uL EDC(5mg/mL ) 3% [ 25LNHS( 20mg/mL ) [ I} 11 21 78 0 ) i L ke 5 4t sk
WA ML 2ROV AV, 7EZ IR T, Rt b ) B 2h

[0122]  5) R MW 5 , 48 S SR AE 15, 000rpmES £240min, 37 13 , SRAF AR B BEER A 4 1L
RO I FLIRL o

[0123] szt 49 - BEER BV 1 25 ORI ) il %

[0124]  H St 4917 (BRS ) USRI B FLATTRE N2m. 0. 01M PBS(pHT . 4) 8 /5 4 BUHEAT iE Ve s 18
OFF 3G msmL 0. IM pHS . A H AR (&5 0.5%BSAL0. 1 %NaNs) i 75 4 R 15U &
0. 2% I LR « BE 33 EE 30min 5 , B T 2-8 CAEAE BLEAE H o

[0125]  PCJ7 1T -

[0126]  0.1M pHS.4H ZFRLE MK 5

[0127]  0.5%BSA:

[0128]  0.1%NaNs;

[0129] 0. 2% fHEAH FEER A VA I R OM FiEk -

[0130] St 10 « e ER TRV 1L 2R 012 Wi sl 7 6 11 ol &%

[0131] 4% 81 F )7 il & BB Bk VA L 2= 012 W il 7 2 -

10
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[0132]  ZE—iHIR]

[0133]  0.1IM pH8.4HZAMREE M

[0134]  300mM NacCl:

[0135] 0.1%Tween 20;

[0136]  1%PEG6000;

[0137]  0.1%NaNs,

[0138] 58 —FNIR2 « H4 5L Jt 451 9 il 2% 1) E R B v 1 3R ORI 9 B8 —aliRIR2 . o Al 38 —

BFIANEE —aBCE AR GG M A A P Bl T2 B sl AR B O, m UK S
ANEE —aln i A s TN

[0139]
[0140]

SR L1« 22 il b vHE i 2k
o STt 4511 1 O 1) 28 PRI Wl R B 3 B 2R 2 404 A0 a3 A A3 B 0P BEBR TR VA I 22 O 1

it (50.100.200.400.8001U/mL) #% FE a1~ S EUBEAT AW, -2 il v Hh 2%

[0141] A A=« P R 48 K0

[0142]  F=y /Bl : 570nm/700nm ;

[0143] 33 5 :48-50/34-36

[0144] R RiF5IA]: IE

[0145] i1 :Spline;

[0146]  F¢it & :3ul;

[0147]  R1/R2:240uL/60uL,

[0148]  SEjifafsi12.: SLIG 45 R

(01491 1. kG — s (STt 7 ) BRA ) A B P T P a7 ) 5 SR, S R 3T BT

[0150] 3. HEBRTAIVA I 28 OAn ffE it I i (B ( =R B SEAG I 34

[0151]
PRt A B2 AA ACE-FD ACE)
0 0.1893 0.4990 0.6679
50 0.2375 0.5234 0.7260
100 0.3350 0.5408 0.8137
200 0.4373 0.5659 0.9813
400 0.5046 0.6180 1.2906
800 0.5918 0.7255 1.3438

[0152] SR A il e (A g Srbm v ith 2275 78 , 2 5 FEAIAHOG REUCA -

[0153]  Y=0.0005X+0.2597,r*=0.8367

[0154]  7E St 6] 7 AR 3K S B () 2/ Nt R e, 78 S5 IR 22 31 7 B R A RIS, Bk AN BE

FasE AL TR SIRAS , A UTE R Mo

[0155] 2. FAC K B 7 v (S it 45118 ) SRAT 1) A B B B il 1) 4l 70 A &85 SR R A N A Pl s
[0156] 4. BEERTEH VA I 2 Obn i I 8 (8. ( = IR BE B S2 36 1) H1H)
[0157]

B v ft A P AA ACE-FI) A(F)

0 -0.0018 0.4156 0.6613
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50 0.0751 0.4490 0.7348
100 0.1263 0.4884 0.8283
200 0.2280 0.5594 0.9958
400 0.4544 0.6961 1.3348
800 0.6047 0.8137 1.5641

(0158 S FH ik 0 {2 2 7 bt b 275 7, 7 R ARG R BLA -
[0159]  Y=0.0008X+0.0515,r*=0.9407

[0160] 755K (ISR IBE S L1 2/ N 3ot R b, ARt g A ML 22 31 g TR B A I LG, IR e
SE AL TIRBR A o HY 7 A 20K 5% WO 2 IR 1 J2E 1< 28 5K PR I L f13-4 /N, P46 L 3]
TR O 2 FLABURL SR « RIS 191 2140 15 AL , T L Su L Fo-NHS T 371 11 B3R A B2 L
B TNHS o LR TE VR 0T, AIANHS (7348 b H585 A7 v LA S AP R 0 1 BRI B AR
(0161 K B 77 LA L A6 80 77 LA S AT RO 2P L% R ™= 0. 9407 SH AR A B3 v
BT LAEGE PR o T LI Pl B 2 1 52 4 Bk 05 195 A2 I ARG 60 1) 2 T 355K
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