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RS 1

10.

11.

ANIMEHEEH (Human Serum Albumin, HSA) (Sigma-Aldrich, F=fHXS: MFCD00081418)
Warfarin (MedChemExpress, 7=fH%5: HY-B0687)

Series S CM5 {3/ (Cytiva, F=fERS: BR-1005-30)

RABERFNE (Cytiva, P HE-RS: BR-1000-50)

10x HBS-EP+2& i (Cytiva, 7o HE: BR-1006-69)

BEBRENZ MR (Cytiva, Acetate4.0, F=ihHRS: BR100349; Cytiva, Acetate4.5, F=ihnHRS:
BR100350; Acetate 5.0, F=inHS: BR100351; Acetate 5.5, refnH%5S: BR100352)

50 mM NaOH 7&# (Cytiva, F=fH®S: BR100358)

ZHEPIR (Sigma, FeiEFS: D-8418-50ML)

10x HBS-N &Mk (Cytiva, F=fH®XE: BR-1006-70)

BlAtest Solution with HBS-N (Cytiva, /fHS: 210310)

1.5mL B0OE (FRBRL K QSP, FPMHEHRES: 509-GRD-Q)

(LA

1.

2.

R E T HHR{L (Cytiva, Biacore T200)

Milli-Q #fi7K{¥ (Millipore, Milli-Q Integral Integral)

/¢E

1.

2.

BITEAF: T200 Control Software (Cytiva, Version 3.2)

AR ERER . Evaluation Software (Cytiva, Version 3.2)

SRR HEE, HHE. (2025). FIH SPR AR EH S/ Ny FE &Y EER B IEMRIRFTE. Bio-101 €1011018.

Doi: 10.21769/BioProtoc.1011018.
How to cite: Cao, Z. L. and Yang, P. (2025). Strategy and Solution for the Studying of Protein-small Molecule Interaction
by SPR Technology. Bio-101 €1011018. Doi: 10.21769/BioProtoc.1011018. (in Chinese)



bio-101

A BIER : IEFE Tools SEHLH Bject Chip, S ARITHTHF, H44EH 5 (Maintenance Chip) ExH, 4 CM5
R HEHETSL T RN RS, & AR, 1€ Chip Type FHE M HIERER NI 02K, 1E Chip ID HIE AR
BAMEEMEE, MRRCAHALISS, %5 Reuse Chip, F7E Chip ID NRZEEAIRE S Z AHX B
AR5 E; i Dock Chip %4, T EBUE RGE HEHEA Standby HKZS (B 1,

ZIPIRAIERT: HF 10x HBS-EP* Buffer FIEA/KAFEE 1x HBS-EP+, JRE TXERFEELLM, HMHiEE

Ko SR EMRERSER)G, A tools, more tools, AT Prime TiEE (& 2),

A B
7 Insert Chip = Insert Chip =
@ New chip ) Reuse chip @ New chip () Reuse chip
New chip New chip
Chip type: [ Maintenance v Chip type: [CMS v
Chip id: 10343307 Chip id: 10342813
Chip lot no: (optional) Chip lot no: (optional)
ooccre ] (oo || || e
B 1 R Ry ems Bk
- !
23

Prime

Flace buffer on the left hand tray and insert tube A
Place water on the right hand tray and insert the water inlet tube.

Start ] [ Close

B2 fuish. SohiiaxHY ST Prime,

BN 4T

1. HSA EH#EX pH {EAYIZE
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W FANE] pH FUBSRRENZE R (10 mM sodium acetate, pH5.5. 5.0, 4.5, 4.0), ¥ HSA & HIAHMmRE
N 20 ug/mL, AFA 100 uL, 3BIHAE Regent Rackl IEZEM) Al. A2, A3, A4; BE—ENIA 200
UL NaOH (50 mM sodium hydroxide) {ERNFHEMR, MWETE Bl, HXERNETARE WE D, =
i THEZH Run, i%$£% Manual Run, A FLHESTE Flow rate FHI A 10 pL/mL GF: BRal 220 E 4k,
TR —ARIZN 10 pL/min), WeF(HEGORE, ASZRRAHTEAMEE Fe2 |, ArBU%ESE Flow path 2; 1E
TR T h S s P PR B A, ARSI ] Regent Rack, sl Start, 7E Save Results As A IGHEA,
ESXHRTFEN pH scouting, fiifi Save, MEIFH AL EFR (Sample injection, ZL€H), %EFE Vail/Well
position 5[ NHEH, EFEMMEREF T Al ALE, REHFERTE (Contacttime) 24 120 7> (JEE
X EAR RS TR A MR AR, B E AR R AR R B R), i oK, M Em L EIFR
(Regeneration injection, #5{f), 7E Vail/Well position 4% B1 (18, H#HAERHEA 30 ), midi“OK”,
BEE TR EAE®S, 2BEEE A2, A3 R A4, BHEDN 120 75, FUOHFEEELE 30 7, FrEm
SHGERUE, MEERGLERR (Stop run), IRRIEPEUIE 3A RRFESCEN B, 3B N LFEIUF
(pH5.5, 5.0, 4.5, 4.0). RIFIFEAR ),

A B

=) File Edit View Comm
[ T‘ Jl JF on_, L»
~HI L2220 H
2|2 “al Ul
¥ iz New Cycle 102
&® X Inject R2A1 120
/&3‘ Regeneration R2B1 30
& Inject R2A2 120
/&e‘ Regeneration R2B1 30
& Inject R2A3 120
} Regeneration R2B1 30
& Inject R2A4 120
}‘ Regeneration R2B1 30
iﬁ- End Run

&l 3 HSA BHBE pH HIHIE, A. H£RE; B. LFEFE (pH 5.5~4.0), HFEREFIFEAL,

BE HSA & H

PR E O EE RS LR, SRS MER, MPES AR, SLRRARST
RGBT N 2R ARE, NRAEAR S TR, 2E, RERE BEARRS. s
FRANE, WRACAE DM T BRI RN, S A BB T SR E FEBE
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CMS B 15 SEIRAYBC IR R oo FE R (IR A K R B SRR i I, T AR bR 28 2SR FH A R, 4
ART7E, WIBCHRAR His PR35, JofF anti-His EEECE CMS B £, AEHMH A His mSHEH;
WIREAAH Fe bR%, ATLARHA Protein A, Protein G ithF; S35 BUARS: & 5 AR RIME A% 1L
A DUR PR TS, AR S0 KSR P 5 A ) S B R T2 A T 2 T (K,
TR, SIPRBBCR A EA e MR, EAMBGE RL MIHFH: Rmax = MW analyte/MW ligand
*RL*Sm, HH Rmax = 100RU, Sm =1, HIPEELE = 1.5RL, Rmax, RL FY{E#TF Resonance Unit
(RU) F/R, MW analyte Fn/ NV FILEVITEEMI 7> T & 308.33Da, MWligand F/~ HSA ZEH 1Y
DTE 66,471.53Da, ALITHHEFTS RL=21,558.6, 1.5RL=32,337.9,
FeR 2L RAFRY 100 L EDC A1 NHS fRFRIIRS], SRJGTETE Regent Rackl IE RN A1, HECHILF
[ 50 pg/mL [ HSA EEHCETE B, ¥ 1.0 M (pH8.5) ZEEMGNETE Cl, HIRELMCE TR,
M THEZHH Run, 3£ Manual Run, sdFSH a2 EFR (Sample injection, £Lf1), #EHE Vail/Well
position %[ NHSE R, EFEMA BIEF R Al f7E, WE Contact time (GEHLN T REN A, LA
FRERARY,; MEEHmS, %% Bl, &E Contacttime (FREMBNH), SEAMNERELER
N5 TG S, W C1, SE Contact time GEIIAIIN(A]), FZREREEIAG A L2 RINETEMRE,
A an UG, MGERmPERR (Stoprun), ERBRIENE 4 FiR, GFEE: BB R EET
SRR TR 2R VR DA AR B e, B ARS ] — R A F EDC. NHS T fboth Fr 2R i R A el
—8.)

A B

=) File Edit View Com

ClEa MESN 2k
w2 R T B
L) vj- e ll
¥ l@ New Cycle 102
@}lnject R2A1 720

& Inject R2B1 120

& Inject R2B1 60

& Inject R2C1 720

LC. End Run

P 4 HSA MBS, A EPOAFIFIFESKE; B. EDC/NHS 7&fk, HSA BB, ZEEHE AR
g P TN ]
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INDTACEY) Warfarin 5 HSA 8 M B/ IR S AR
ZEESBOENA: (1) BELEYSEARGERENES; Q) 2MLEan SR REZ ST
e RIS, 3) (LBYERZ/ WIREATIN 1F 0T, (4) SERMESE 5 E 2>
s
] 100%F) DMSO K Warfarin FCH{A 50 mM BER; F_EARZMIR HBS-EP+#ikE Warfarin ££52E 50
M. 5 uM. 0.5 uM, FEEEFR (Eject rack tray) IBHIAER, 251 0.5 uM. 5 uM. 50 pM AIFER
WAE A1, A2, A3, ¥ BFESRI HBS-EPHRAE Bl, KX EAMRERES AR, i sample injection &
bR, R AL REG, ERERFIEN 30, middi ok; siddi wait EIFR, &4 30s, midi ok; fiidi Regeneration
injection BEIbR, JEFE B1, HEEERRIZ N 30s, midi OK, BANH/MEMESE FIRRIE,
ING TACEY) Warfarin FIZIEFREN 1122534

EIRERRES R, W T RS HSA 1 Warfarin £5 AR EMERDARGERI J1 R/ F_ERES ity
HBS-EP+##F¢ Warfarin #£d0, HHIRESHI2 500 25, 12,5, 6.25. 3.125, 1.5625. 0.78125, 0 uM,
N A SRR 7 IR E 2 AL R, BEATEh I E MK, 797 New Wizard template, 1E Assay HI%E#E
Kinetics/Affinity, fiti New; 7E Injection Sequence ATIEHEH, Flow path i%$% 21, Chip type 3% CMS5,
R Next, MEANT—#; f£ Setup MIEHER, WE Startup, fEFES_EFERT, —MOXE Startup 83K, {#
RGFNELIZE, —RH LRI, £ Solution H¥ii A\ HBS-EP+, Number of Cycles 54 3 GEH 7
3~5 %), i Next, N F—4; £ Sample #, Contact time J&H& TR E], AIRSER N 30
s, SEH1JISESRIY Flow rate MUK T 30 pL/min, HAREEDY 30 uL/min; Dissociation time J&$i i 25 W ],
TRIERERAE IR E, AN 30 s; 7F Regeneration 1, JEH] FIRBRMEAIRA, ALK
R E LR HBS-EP+, Contact time ¥4 30's, Flow rate 1%/ 30 pL/min, fE Samples X TEHEH
HERHRAHIRERR, WRZR—FER, BERERR, HARMTHRRF—, X8 Warfarin #&
FE, 43BI18 0, 0.78125, 1.5625, 3.125, 6.25, 12.5, 25, 50 uM, i Next HEAN R —%, Zi5 prime
before run Hf¥T4A), it Cyclerunlist, FHIASLIRIBITHATENTERZEIER, sl Next, A T—
&, B FIRERE TR EME (B 5), sifi Next, MARILNEREGEM, mf
Start, 172 Kinetics data.blr, SZEAEFITIRIBIT
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watarin kinetics HSA - _

[Reagert Radk 1 =

QO OO0 .

Ssample

Conc (pM)

0.78125

B Wafarin

Sample

1.5625

wafarin

Sample

3.125

2 wafarin

Sample

6.25

wafarin

Sample

12.5

Wafarin
1

Sample

25

Wafarin

Sample

50

bufffer

Startup

buffer

Regeneration

<Back | MNed> ||

Close

[#l 5 HSA HE 5 Warfarin I 20658801 FFE SR,

5. BUERLE

SER S IEIAEN 122K E G, {8 Biacore Evaluation Software 3.2 X SZIG 45 I T 04T, FEABRUE 6
Fii7R, 4% Kinetics/Affinty N Surface bound &, 3 A 73#7 5LH, £ Select Curves FH HIEHE 7>
HrfIEdE; £ Select Data B, FiA I TR TIRE ML, WRATENMEREE LS
Hme:, nlSdEARG R, [ Remove selection THAEKFHL KRR, REMIA N AR MENX: Affinity
1 Kinetics, NRERKEZP EP TR (fast-on, fast-off, # WF/N3TF0MWY)), 1HE%ESE Affinity, N
FIFAZSHEAY Steady State HEATHT; ANSRALRRIE Rl 1 AEIR, W Kinetics HEAT 0T, ARSEgarh, 1

£ Kinetics, ZHARUERE 10 1, /i fit EIEETELS, RIGL4EE]

(Kd). M7 (KD),

REH (Ka), fRESHEAREEL
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Kl 6 HSA HH 5 Warfarin B ZH3A30 AUSE/R. A, MERFTREROERE,; B, IREFREE
RN

L AR SRR

RaEFE, ROFEH, RALEFS, R R ANG M) _EAREHE Veg i il
Jyiastk, FEMERORER, BUEEN, AETAIT desorb THRE, Joff desorbl M1 desorb2 HE T
EFEE, sl Tools, More Tools, Desorb; &5JE#HT1T Prime ThRE, HJa#XAFALT stand by FFLIK

b

4

&S (B,

A

Tools

=-{_] Maintenance Tools

[] pesorb

«] Desorb and Sanitize

«] Empty Buffer Tubing

+] Normalize

%] Wash Buffer Tubing
=-{Z Test Tools

) system Check

() Merged Injection Check
=-{20 Service Tools

Software Problem Report

+] Flow System Wash
| Superdean

This procedure removes adsorbed material from the flow system.

Total run time is about 20 minutes.

Do not run this procedure below 20°C.

NOTE: Use the Maintenance Chip or a used chip for this procedure, The
ligand on the sensor chip may be damaged by the solutions used.

Lastrun time: 8/9/2024 3:55 PM

o) [ oo
Prime =
Place buffer on the left hand tray and insert tube A.
Place water on the right hand tray and insert the water inlet tube.
e

B 7 RS R G AT Desorb (A) #l Prime (B) IhfiE,
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RSB

HSA EHM pH fifiikss RE
FRIUE HSA SEATE Fe2 JEIE FIVEEPLE, AT TAE pH [EMBERIFE SIS Sk, WE 8 ik,
MWEEEHZHIN pHS.5, 5.0, 4.5, 4.0, Z5RER, pH5.0 &4 F, EAEGH N ESEKERS,

TSR RIS pH 5.0 RS BRI R & A TR,

RU
50000 ~
o ®
£ |
2 2
45000+ 3 E
- £ -
i g
40000+ / [ ‘ 5
[ | c
/ | X
; - ]
5 35000 | ‘ /
Q | | |
] | | |
‘g - ~ | o | L < |
| - | o~ 1| ||
T T T T
2 2 / 2 K] 5 el E\,
2 =] © < @/ ©
2500042 T o | 1 al 7] Qo 1
%L 4)% ¢ L ) L el g‘ L J ) L]
20000 t t t t t t 1
0 200 400 600 800 1000 1200 1400
Time s

¥l 8 HSA ZHATE pH 5.5, 5.0. 4.5, 4.0 Z&AMF FIUFIE R,

HSA & H R SIS R

RATFAEETE, K HSA BERE Fe2 @I L, MBOIFEME 9 FrR, Jofi4% 100 uL B EDC F1 NHS
IR ETES 3R 720, ARJESEMA pHS.0 Y HSA fHEX 120s, FEIMEKEAZHHERLT, X4k
Sl 60 s, BRJaH CEERGEALE AR 720 s, RPOIFELEH,

RU
55000 |
2
el
50000-] 5
—
45000 ‘ ‘
et
o~ ) |
o 40000 g o < g J;
2 %‘ c & =
<} - % g % a
[ i g —
N Y :' / !
30000+ & > 2 /
3 :
250001 9 L‘v‘
20000 t t t t t t t t t ]
0 200 400 600 800 1000 1200 1400 1600 1800 2000
Time s

Pl 9 HSA FATE pH 5.0 5 F RIS, Sk
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HSA &5 Warfarin 6 ELAEFH 190 Hr 45 5

ALK ] Biacore T200 #1T T HSA &5 Warfarin AHEEFIMIEN /122500, HEE, R HERE
4niE 10 F7R, Warfarin &G RES HSA EHAZEIHRPGAREM, BRLEHRG R, HE
IR EERERE IR B ettt B 0. 0.78125, 1.5625, 3.125, 6.25, 12.5, 25uM, {#H Kinetics, 1:1 binding
RERGEATRLE 0T, HEERAE 1A PR, RIGERE S S MREN S B ELFHRIEEARES,
BARILEJEE 1B AI W22 E]“Quality Control”H“Kinetic constants are within instrument specifications”$&
PR ARGk, RN EE BHECERITEE P, 25RIFEHRAEKR,; “Kinetic constants appear to be
uniquely determined” ¥EPRE Gk, FRF)IIEHEEAT AIAH; “High bulk contributions (RI) found”
e R, R —ENARN, (B RIRFTE SBIRE L ORERR, HWIHRSHEYE =
FFUEN, B 11C fIR 1 R, 58550 4.682E+4 (1/Ms), fRESHECH 0.07800 (1/s), EMI1S KD
4 1.666E-6M, Rmax & 3.422, ifkF 100RU; Chi® (RU) 2{EHN 0.294, /NF Rmax i+ —; U-
Value [H 12, /T 15; Te FnYIBUTH REL, HIEN 9.423E+10, KT Kaff; FIAEFFEER, W
HENE eI = e i

RU
25

20—+

Response

-20 -10 0 10 20 30 40 50 60
Time S

[# 10 HAS H 45 Warfarin (0~25 pM) HIHAERIBS S5 (BLERD

SR HEE, HHE. (2025). FIH SPR AR EH S/ Ny FE &Y EER B IEMRIRFTE. Bio-101 €1011018.
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RU
25
20 — S—
Qualty Control | Report | Residuals [ Parameters
15 @) Knetc constants are within instrument specications.
2. @) Knetc constants appearto be uniquely detemined.
2 =
o (D) High buk contrbutions (RI)found.
& {
5 L ©) Chreck that sensorgrams have sufcient curvature
oL M ©) Examine the residual plt. Pay attertion o systematic and nonandom deviations
-5
-20 10 0 10 20 30 40 50 60
Tim
| Qualty Control | Repott | Residuals | Parameters |
Curve ka (1/Ms) [ kd (1/s) | KD (M) [ Rmax (RU) | Conc (M) [ tc | Flow (ul/min) [ kt (Ru/Ms) [ RI (RU) | Chiz (RU2) | U-value |
4.682E+4 0.07800: 1.666E-6 3.422 9.423E+10 ] 0. 12
Cycle: 4 0.78125 pM 7.813E-7 30.00 2.928E+11 2.009
Cycle: 5 1.5625 pM 1.563E-6 30.00 2.928E+11 3.454
Cycle: 6 3.125 yM ERPL] 3000 2.928E+11  5.050
Cycle: 7 6.25 pM 6.250E-6 30.00 2.928E+11 8.666
Cycle: 8 12.5 M 125065 3000 2.928E+11 1346
Cycle: 9 25 pM 2.500E-5 30.00 2.928E+11 18.35

I4 11 HSA HH5 Warfarin (0~25 pM) HEAERIS RRHERE LN 1# 58, A. HSA EHS
Warfarin fH EAEF S SEEE (Kinetics, 1: 1binding #15)5); B. HIBEMIEEHITIEMEN Quality
Control £53£; C. HIERLIE G Report 4551,

£ 1 HSA B Warfarin M BAEHINZ) )15

e EEEB Ka (1/Ms) FREHEELKA (1/s) SEMH KD (M)
Warfarin 4.682E+4 0.07800 1.666E-6

TR

1. SERETRIE AR IE R
NP EHRSIER, TEHIT System Check, FffRE IS EEAL T Pass™ RS GFANBEFIRKLRATHR
THITIZAEY, NRIBE RGN HITIXREHIM 2 S ER) .
2. AR S IERI RS 2
MRAESI TG R SIERS , AT
(1) BEfEIMEEAS
CM5: i AIERGE, REBE D TR ER A ERIZS R
CM4: R REHBFERMT CM5, AT E B EPKEZREURIITTT;
CM3: DA RMEHBFERMT CM4, RF. WP HIZE A
CM7: A REHEFERIT CM5, FTHTEB BT ZREURIIRTT;
Cl: EMT/IN FRORANANAE, 55 DAS — SR A SR E AT TS A R 5
(2) TRIFEAARIENE B
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NTA: i&HTHHE His iRER5F;

SA: AEWIFEIRICH ST, PR RADEPERERE SA B

Biotin CAP: “E¥IZRIRICHI ¥, RIEA RIS MERIRAT CAP N5

Protein A, Protein G. Protein L: fi#kHi{k;

(3) Br/KIR B R A

L1: FFFBRIAAS 7N, wIEER L1 SR BRI FEATIHR. U F2IR) ;

HPA: 73H7T SIERGHHCHIRFFE AT DUMEA HPA B (B9 T20) ;

(4) HRpFREHIHYE

BE Au i B REAMRVER] BPRL @) B

X BRI 8 A T A 225K ?

EHREMRFAE PBS Bk ; AiEENGET 95%; REEICKT 0.5 mg/mL, H&FE/D 20 ug; RIE
EHRATENE, MR THES S mEE, EEMRTASHM. FERE. e Wi B
B DRSS NS A SR EIBIEAN, EOARESA Tris. NaN3, H&RES BN,

X E AR BB R T 45K

HERIEAKXI AL R, REFEM 15, FREANEISMBGE, WRELFRNT, F5EK, [
PArb eI, HARCEEEE A REAEBCRIE XA S BIER, #IEEREA cM7 B, H
EEIRTEARIE S F R EAE R, SRR E. ARG S ER/ NS ST S5 R
s SRR IE R RN ERE, RS E SRS PSP Z MRSERUIN, 8T PIRIED 50 uM I
e B (B S S 1E 0~5 RU Z I, T SCRRIRIE S RTHIZE FERFII KL 0~10 uM Z ), AR AN 77255
JEBIES A ENERRGEEEERI YR ERE,

S I A T M i

REBZMRTH, ERERED FRNSEER. EREETH. ATMBE T2 55 R R
ALl EIE iR, NS OB ER IR 2, PR HEPS-EP+2RMiR; W& LAY+
LEOIARBN TR, TEAE EAAEMIE (Running Buffer) HHAIGHERIITAR NG T-HIVAR; Q0 5RAH
FEFFRYIAE AR, DERAEZMRH BN 75, R BREMRLALE 0.22 pm JEHK
g, I BRI

SHCE I TU IR EE R, FAT 2% it AR QAT ff e R EE P PR R RR ?

A BRI S YA TR R RS, B EFRIR RIS RANRE T, —RIRETEE 2
SEFJMER 0.1~100 5, RERERREZED 5 MREME, SINETFIRETIREMNS, FrEHEA
TIHEALITAE IR FEE o P Bl P

ING AL EYIVER AT YIS 2 L@ IE 8 A IR IR, anfarfgioe?

HEWAEF EP+RMR (SA RSN P20) 1E0 ERERMIR, WSIEAETE, RiH2EE EP+ Buffer 1 P20

SRR HEE, HHE. (2025). FIH SPR AR EH S/ Ny FE &Y EER B IEMRIRFTE. Bio-101 €1011018.
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AR, EAREBOE S, SNSFNDF RMHEEER,

8. N 2R AR IR S OB E A5 SE 2 UESFEES, faEo?
KBRS Y RMIRA pH 2 &S RIK? 2TV G IEHAE?
(1) bFZel pH K, SEMHEFSENS, F5IRRRNESH R, MABBKEANSHT
IR, e T EKITRE QEE LR RIEES, SEERERBER SRS R
ERMESNOUE, 8 12 FoR. WROTTE: KRR pH %N 7.4,

Fcl Fc2 Fc2-1

sssss

B 12 BEPERIZROMAR T3 Fel AER PRSI B mifE Fe2—1 RBUAME,

(2) DA FIERS, AZWHERE MRS RE, JH52 e R i bt 8,
SEENRE HEE(E SRS HEERN(E S 2P ES, WK 13 For. BRTTE: DRS04
Vg EHIEH (Dummy Ligand, PHAEECR) BEXESEEE, DR RESET A EA, BFEIE
eI

Fel 1 Fe2 1 Fe-1

Bl 13 St IE FLG 3 Fel AR PRSI Bt fE Fe2—1 EBIRHIGE TS,

9. EHSMEYWARER AT RELER?
QSR EE H RMEMBITE CMS A EBAREE, W] DOE R E BRI T 00T WRIE S WAREAE,
VeI

10. WEMD VIR AGEE SR ARER?
XA — B 2 & H R RS2 A R el HIWrE SR &R R, JoaEid i &t s
P, WRANARHMEEEMMEALESNEARES, ~REEANNE, 222 EKRRSEERR
AT, WERAMESYMEBSEEHES, ARRRER T YIIRKERECRE AR, REOH & IRE

SRR HEE, HHE. (2025). FIH SPR AR EH S/ Ny FE &Y EER B IEMRIRFTE. Bio-101 €1011018.
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11.

12.

13.

14.

15.

16.

17.

18.

19.

B IRBC I A 77 R ORI AT,

TEMEE A S/ FAEAER TN, RO S YA frER, M5 ¥R E R ) X550 R)
FERTE A S/ FHEEER SN, BRI EYIERIEIR S E RN XSERE. &5
L&Y 100% DMSO Af#, KERHRECHIN 10~20 mM, BX 1 pL AIAZ] 99 uL EP+ i, # 900
RLEP+ iR IR E S, FRRRWIRE R, (RS, K5 IR TR ERRE,
TIARRAIR, BEEREE AW, Fof5E a0 EREE Howfn )y, SRIE A EsR
RIVERUIRIT, AR E Lk,

HRERT, SIOEER RUESE EFHEU RS, o

RU 2 EAESBN, WIHDYS S HOEER IR SRR RU 2 RSN, WA T,
QNIRRT R, T B AR,

N LR — D B BRI E S 162

ZIME AR S PR MRIT R ERRR, BEATINSE M, RS, QAR S LA
MR R B, FTDOE A A R ECHIAAR AL &L A2 DMSO BCHIFIRES,, Flisid4
o BRIV FEE T 1 0L A R i O R R A A A BT e R

RS SR, —MOERRAT 2RI B R A T F AR ?

NFEEEASBENS TRBEEER, JFH EREMREAS R REEAT; MRS T RS ER
GIRE, TEEAERMNRMERINRFE pH EERRHY (3.00 2.5, 2.0. 1.5) 4, UM
NaOH (1~100 mM), MgCl (1~4 M) FA R,

LSRG, MBI 2R RDE R T A HARMREEHR?

BREEERE, ol BRI SR, S-S eEWMED BT, X RU BRIIREIRE
PGS 10%EHITEA, S5HEARR G LN R EA,

HREEERUG, YRR E AR S SR RO A, WRRESR, AA?

X BEIIZAC S VIEMRIER, SIRENREYIRAR, P ERES LSS IORE R BRA R
T, PGS SRR, Kt 2B AR

B FIET LRI, WRERE S5 SE N 2SI AR

XFIEOF AR BRERAERIT B 7, TRE AL EYERIEE, SRS HIRKRE &
RIE S T0, PAENGEER, FHSBORERE S5ESE 2R ARIIE,

RIS EAEHEATIIE S, 2 @B SR S S b rE?

NGRS, FINZER, BIEIEERTREER AR, BH1ES HOsEE RS 5 R =4 1S
=

BEAS/Ny HEERIEE, 2B kinetics $1&, B Affinity 157

MEAS/NY FLEMEST, RERASSRRI, R A R LR A1 HB, A Kinetics 15,

SRR HEE, HHE. (2025). FIH SPR AR EH S/ Ny FE &Y EER B IEMRIRFTE. Bio-101 €1011018.
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20.

21.

AR A HE (Ka), EEEE (KD, SEMAOE (KD); MMERAER P, BT BRI, BIFSES
531 (Steady State), F Affinity {1, WINVIEHE MG EMEHE, HAEREEMT,
AUARTITAN RO A T = ?

AT Kinetics AN, SEHERERE 10 1, BIAE, EH{R Quality control R HZLEIREN T, 1
AL BUE P IEIE, SREWI%E Report R2HFI VLS SR T (Ka), REEERER (KD, =7
(KD). Rmax, Chi’ (RU?) FHEZHIE, Rmax HZ(XT 100RU, H Chi® (RU?) {HBUNELE, &K
{HZ/NF Rmax B+ 2 —; U-Value [H/NF 15; T HERVFUTBRE, HABKRL, fH/IMEE
KT Kafl; W3R ERERFE, BAHIZEIRE R IXRR,

HHT Affinity BIAR, KRS SHTRD Steady State, LEEMRESIERBZIP L RRL A ELES
WHRREFE, HRERIG HSRRUIE, FIWHZEFE R @, 7] DOSSRAT BT B B2
EEAESWRETERI LR, JFH Cchi? (RU) {EBVNEGF, H EBRMEZ/NT Rmax (RU) M+532

o

HARIIEI, PR R E TR E R AIG? AT E?

SR B IR R N TR BT — 2 DAY EER LS I RS T L, HERRIEE SR, HHERIA TS Quality
Control fUPFAT. Report IS HOS HIFITHCE, & 14 AALEAIHFTAIRE (0~50 uM) HTRIE G
HIZER, RISE 11 FIH 0~25 uM IREHITIIE 5 S5 RE 251, 85 M Quality Control, Chi>(RU?)
U-Value FEIMSEGHT IR (WK 2), SRKRIARA 0~25 uM IRFEREE L EERLE RN T
0~50 pM HIILERER, Kk, HSA EHYS Warfarin AHEAEFH BN 22 S HCRAET 0~25 uM IRERS
FERLE RIS R,

RU
35
30
Qualty Control | Report | Residuals | Parameters
» O Kinetic constants are within instrument specfications.
20
o () Kinetic constants were difficut to detemine.
15 —
2 () High buk contributions (RI) found
& 10
© Creck that sensorgrams have sufciet curvature
5
©) Exanine the residual . Pay atertion to systematic and non+andom deviations
o]
-5 t t
-20 -10 0 10 20 30 40 50 60
C Time s
| Qualty Control | Report | Residuals | Parameters |
Curve ka (1/Ms) [ kd (1/5) [ kD (M) [ Rmax (RU) [ Conc (M) | tc | Flow (ul/min) | kt (Ru/Ms) [ RI(RU) | Chiz (RU2) | U-value |
3.835E+4:  0.1265 3.299E-6 5.147 ¢ ; 1521E+19° H : ] 0.520 20
Cycle: 4 0.78125 yM : | 78I13ET7 ] 3000 4726E+18.  2.017
Cycle: 5 1.5625 pM H : 1.5635-67 : BU.DDV 4.726E+19‘ 3,3597
Cycle: 6 3.125 pM H . 3.125E6° E 30.000 4726E+19) 4786 ¢
Cycle: 7 6.25 M 6.250E-6 30.00 4.726E+19 8.064
Cycle: 8 12.5 yM H . 1250E-5° 1 30.000 4726E+19 ) 1248
Cycle: 9 25 yM 2.500E-5 1 30.00;  4.726E+19: 17.07
Cycle: 10 50 uM : . S.000E-5 . 3000 4726E+19. 2661

El 14 HSA FHY5 Warfarin HEER IS RIUEEEI AR 154248, A. HSA EHS Warfarin

SRR HEE, HHE. (2025). FIH SPR AR EH S/ Ny FE &Y EER B IEMRIRFTE. Bio-101 €1011018.
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MEERRERES LR, B, BUELIE/EHETIFEH) Quality Control 8551 ; C. BUEMEEH)

Report &5

%% 2 HSA E 5 Warfarin AL/ IRAS IR R 015 9 2800 bR

. Ka KD . Chi?
Warfarin Quality
K 1 R U-Val t
Concentration  (1/Ms) d (1) (M) Control &% (RU?) alue  f¢
0~25 uM 4.682E+4 0.07800 1.666E-6 GGY 3422  0.294 12 9.423E+10
0~50 uM 3.835E+4 0.1265 3.299E-6 GYY 5.147  0.520 20 1.521E+19

#: G 3R Green, Y /R Yellow

BRAC TS

1. HBS-EP+&IE
B 50 mL W B 10x HBS-EP+Z&MIR, NIAZ] 450 mL #B4li7krh, BifIh 1x HBS-EP+HWZE I, HiIX
PRECEE A

2. HBS-N &
B 20 mL W& 10x HBS-N &0, MIAZE] 180 mL #@4liZke, FELHIH 1x HBS-N &, I
FC B

3. FREEPIRBECH]
K& 100% DMSO 7 f#, F 1x HBS-EP+IIE MR BT f k&,

B

ARSI HARE A B2 2B BRI HUO Y Biacore T200 B =4, BHNE BRFEH VA ERER
HURNISCE RV IATINIATT K. AU RIRIZ M Biacore 771K%2%, AW AAZEMNE, EHFR
R 5 R TR RBR R 75 SR AR AR G /T IR B R AT,

Sk

1.  Biacore™ T200 Instrument Handbook, GE Healthcare Life Science, USA.

2. Zhang, Y., Guo, Z., Cao, Z., Zhou, W., Zhang, Y., Chen, Q., Lu, Y., Chen, X., Guo, Q., Li, C., et al.
(2018). Endogenous albumin-mediated delivery of redox-responsive paclitaxel-loaded micelles for
targeted cancer therapy. Biomaterials. 183: 243-257. https://doi.org/10.1016/j.biomaterials.2018.06.002
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