Inhibition test inter
proteins using iMSPR-ProX
& COOH-Au chip (2D)
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Materials

Instrument: iIMSPR-ProX

Sensor chip: COOH-Au chip

Immobilization Reagent: Amine coupling kit
(ACK50)

Immobilization buffer: Acetate buffer pH5.0
(AB50)

Regeneration buffer: 10 mM HCl

Ligand: Protein 1

Analyte: Protein 2

Inhibitor: small compounds

Procedure

Ligand Immobilization

@ Baseline: Inlet tubing2 2 & X{'d (Ligand
channel, Reference channel)0 8§ 30

ul/min ZHOZ 520|144 1xHBSTE =3

0] 2HEX QI baselineg &=L

X2 ofl Activation buffer (175 ul)2} EDC
A (175 uh)S 1112 §6+6+0:| 30 ul/min
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2t washing L
® Protein 1 50 ug/ml (in Acetate buffer pH5.0)
300 ulE F=H|3}0] Ligand channel0 2t 10
ul/min2 2 20& TS F 1xHBSTZ 5%

&2t washing 2L

@ Quenching buffer& 200 ul ZTH|3t0 &
Kol 30ul/mine 2 2239 SEE F

1XHBSTZ 5&&2F washing SHCt.

® & Mol 10 mM HCIS 200 ul =H|3}0]
30 ul/min2 2 2232 ST F 1xHBST
2 3020|4 washingdto] I 3HA|7ICH

Analyte binding

@ 1XHBSTOl Protein 28 3|A3t0] 3.91nM,
7.81nM, 15.6nM, 31.3nM, 62.5nM, 125nM,
250nM, OnM =E& 2} 200 ul¥ FH|stCt

@ 3.91nM Protein 2 30 ul/min2 & 32 F
2ot £ 1xHBSTE 5232 washing oHCH

® 10mM HCl %2 30 ul/min2Z 28 F
25t0] regeneration®t =, 1xHBSTE 68
S0+ QHEBtAlZIC
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Inhibition

@ 1xHBST(1% DMSO)0 3|M3%t Protein 2
(150 nM) 75 ul? small compound 200,
100, 50, 0 uM 75 ulE ZtZH 4=Ct o
DMSO skE& 1%7t |RXE=& 3tct 2}
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& incubation®HC}.
@  Protein 2 (75 nM)+ small compound 100
uME 30 ul/min2Z2 38 FUI =

1XxHBSTZ 52 &2k washing SHCt.
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ul/min2 = 37 FRSHY regeneration
1xHBSTZ 6=&¢2F QHEStA|ZICY.

SEEE 0-02 HEsY

ot



Results
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R2. Protein 1 and 2 binding Curve fitting:

one to one binding model
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T1. Kinetic Evaluation

Contents Value
Immobilization Level 1456.9 RU
Bmax 356 RU

K, (Association rate, 1/M*s) 442 x 10*
Kq4 (Dissociation rate, 1/s) 2.11 x 1072
Ko (Affinity) 477 x107 M
Chi? 16.84

R3. Inhibition
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Results summary
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