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Description

NBI-74330 is a potent antagonist for CXCR3, and exhibits potent inhibition of ('2°I)CXCL10 and

(1251)CXCL11 specific binding with K; of 1.5 and 3.2 nM, respectively.

IC59 & Target

['?51]CXCL11-CXCR3

['?51]CXCL10-CXCR3

1.5 nM (Ki, in CXCR3-CHO cell membranes) 3.2 nM (Ki, in CXCR3-CHO cell membranes)

In Vitro

BI-74330 demonstrates potent inhibition of ['2%]]CXCL11 specific binding to membranes prepared from
transfected CHO cells expressing CXCR3 (CXCR3-CHO) (Ki=3.6 nM). NBI-74330 is 12- and 3.5-fold more
potent than CXCL9 (Ki=45.2 nM) and CXCL10 (Ki=12.5 nM), respectively, at inhibiting ['?’l]CXCL11 binding
to CXCR3-CHO cell membranes. NBI-74330 inhibits calcium mobilization in response to CXCL11 and
CXCL10 with an ICsy value of 7 nM for both ligands used at their ECg, concentrations (1 nM for CXCL11
and 30 nM for CXCL10). NBI-74330 specifically inhibits CXCR3-mediated calcium mobilization. NBI-74330
also dose-dependently inhibits CXCL11-induced [**S]GTPyS binding in membranes of cells endogenously
expressing CXCR3 (H9 cells, ICs value 5.5 nM). BI-74330 inhibits CXCL11-induced chemotaxis in these
cells with an ICso of 3.9 nM[1]. NBI-74330 (30-300 nm, 1-10 uM) produces concentration-dependent,
parallel rightward shifts of the CXCL11 E/[A] curve with no significant change in the E/[A] curve maximal

response[2].

In Vivo

NBI-74330 (100 mg/kg) results in the formation of an N-oxide metabolite, also an antagonist of CXCR3, in
mice[2]. Mice treated with 100 mg/kg NBI-74330 (in 1% Na Doc in 0.5% 400Cp Methylcellulose) result in
serum concentrations of approximately 1 pM. This concentration is sufficient to fully block the CXCR3

receptor in vivo[3].

Solvent&Solubility

In Vitro:
DMSO : 2 35 mg/mL (57.80 mM)

*">" means soluble, but saturation unknown.

Solvent Mass
1mg 5mg 10 mg
Concentration

Preparing 1mM 1.6513 mL 8.2565 mL 16.5131 mL
Stock Solutions 5mM 0.3303 mL 1.6513 mL 3.3026 mL
10 mM 0.1651 mL 0.8257 mL 1.6513 mL

VAR P T AE S TRV R T R VAR L I 3 A VA RIS 4 8. — ELRCOA, W 3 RAE, R
STYRRE R 7 B R A

it %W A ERA7 J7 SURLYIFR -80°C, 6 months; -20°C, 1 month, -80°C f&fZT, i¢E 6 H A, -20°C
fEfEmS, EFE 1 AN NAER.

[1]. Heise CE, et al. Pharmacological characterization of CXC chemokine receptor 3 ligands and a small

molecule antagonist. J Pharmacol Exp Ther. 2005 Jun;313(3):1263-71.

[2]. Jopling LA, et al. Analysis of the pharmacokinetic/pharmacodynamic relationship of a small molecule

IR AR AT IR A )




U524

R E YIRS IR A

Shanghai yuanye Bio-Technology Co., Ltd
Bk 021-61312973  fkH: 021-55068248
Mk: www.shyuanye.com

HR46: shyysw@sina.com

References CXCRS3 antagonist, NBI-74330, using a murine CXCR3 internalization assay. Br J Pharmacol. 2007

Dec;152(8):1260-71.

[3]. van Wanrooij EJ, et al. CXCR3 antagonist NBI-74330 attenuates atherosclerotic plaque formation in

LDL receptor-deficient mice. Arterioscler Thromb Vasc Biol. 2008 Feb;28(2):251-7.

KRSH:

Animal Administration

Female LDLr”~ mice, 10 weeks old (n=8 to 12 per group), are fed a Western-type diet containing
0.25% cholesterol and 15% cocoa butter 2 weeks before collar placement. 20 Mice are treated with
a subcutaneous injection of 100 mg/kg NBI-74330 every day during the entire experiment. After 8
weeks of Western-type diet and treatment, the mice are euthanized and organs are harvested for
histology, fluorescence-activated-cell sorter (FACS) analysis, and RNA isolation. Blood samples are
collected by tail bleeding from nonfasted animals, and concentrations of serum cholesterol and

triglycerides are determined using enzymatic colorimetric procedures. [3]

Kinase Assay

Cell membrane fractions are resuspended in 50 mM HEPES, 10 mM MgCl,, 100 mM NaCl, and 1
mM CaCl,, pH 7.2 for use in competitive radioligand binding reactions. Reactions are performed in
duplicate and consisted of 25-uL unlabeled chemokine at indicated concentrations, 25-uL
radiolabeled chemokine ligand (appr 70 nM; ['25]]CXCL11 and ['2°]]CXCL10 with specific activities of
1500 and 2200 Ci/mmol, respectively; Fifty-uL membrane protein (5 pg) are added sequentially in
assay buffer (50 mM HEPES, 10 mM MgCl,, 100 mM NaCl, 1 mM CaCl,, and 0.1% BSA, pH 7.2) to
low-binding 96-well plates. The reaction is allowed to reach equilibrium by incubation at room
temperature for 45 min while shaking. The amount of bound radioligand is determined by harvesting
membranes via filtration through a UniFilter GF/C filter plate using a UniFilter-96 vacuum manifold
(filters are pretreated with 1% polyethylenimine), washing twice with 400-pL wash buffer (10 mM
HEPES, 5 mM MgCl,, 1 mM CaCl,, and 500 mM NaCl, pH 7.3), and measuring radioactivity by liquid
scintillation using a TopCount NXT. The dissociation half-life of ['2°]]CXCL11 is measured using
CXCR3-CHO membranes that are allowed to equilibrate with radiolabel (appr 70 nM) for 30 min
prior to the addition of excess cold CXCL11 (31 nM final) in the presence or absence of different
concentrations of NBI-74330. Membrane-bound ['?5]]CXCL11 is assessed in duplicate along with
nonspecific binding (['2°I]CXCL11 plus excess cold CXCL11 added at the same) and total binding

(['?°1]CXCL11 without inhibitors) at each time point on the same plate. [1]
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