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Description

NOD-IN-1 is a potent mixed inhibitor of nucleotide-binding oligomerization domain (NOD)-like

receptors, NOD1 and NOD2, with ICs, of 5.74 uM and 6.45 uM, respectively.

IC50 & Target

IC50: 5.74 uM (NOD1), 6.45 uM (NOD2)!"]

In Vitro

NOD-IN-1 (compound 4) is potent mixed inhibitor of NOD1 and NOD?2, displaying a balanced inhibitory
activity on both targets in the low micromolar range. NOD-IN-1 (IC5, (NOD1)=5.74 uM; ICs, (NOD2)=6.45
uM) is identified as the best of the series, possessing NOD1- and NOD2-inhibitory activities in the lower
micromolar range. These results show that NOD-IN-1 is 7-fold less potent than Noditinib-1 in terms of
NOD1 inhibition and completely devoid of selective activity for NOD1 or NOD2 as opposed to Noditinib-1.

NOD-IN-1 exhibits balanced dual activities of less than 10 uM on the two targetsl'l.

Solvent&Solubility

In Vitro:

DMSO : 100 mg/mL (291.21 mM; Need ultrasonic)

Solvent Mass
1mg 5mg 10 mg
Concentration

Preparing 1 mM 2.9121 mL 14.5603 mL 29.1206 mL

Stock Solutions 5mM 0.5824 mL 2.9121 mL 5.8241 mL

10 mM 0.2912 mL 1.4560 mL 2.9121 mL
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1A T IR INAAR:  10% DMSO—~40% PEG300 —~5% Tween-80 — 45% saline

Solubility: 2 2.5 mg/mL (7.28 mM); Clear solution
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2RI IR 10% DMSO— 90% (20% SBE-B-CD in saline)

Solubility: = 2.5 mg/mL (7.28 mM); Clear solution
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3AHKF R INAEFE R 10% DMSO  —~90% corn oil

Solubility: = 2.5 mg/mL (7.28 mM); Clear solution

ET7 S AERAT 2 2.5 mg/mL (7.28 mM, HERIEEARST) BOEEEI, MTT SRANE TSR A HTE A H LR
SEH.

L1 mL TAER 6], B 100 uL 25.0 mg/mL 354 DMSO fi§ &% 900 L Fkieh, REe#4.
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Cell Assay

An MTS assay in which the proliferation rates of HEK-Blue NOD1 cells are measured in the
presence of Noditinib-1 and of the synthesized potential NOD1 inhibitor NOD-IN-1 is employed to
screen these compounds for potential cytotoxicity. Cells are treated for 24 h with the compound of
interest at concentrations of up to 25 pM. Comparison of the resulting metabolic activities with that of
the untreated control showed that all compounds are well tolerated by HEK-Blue NOD1 cells, since

their residual metabolic activities do not fall below 80% at the maximum concentration tested[1].
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