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Description

Reparixin is a non-competitive allosteric inhibitor of the chemokine receptors CXCR1 and CXCR2

activation with IC50s of 1 and 100 nM, respectively.

IC59 & Target

CXCR1wt CXCR{1lle4sval CXCR1 CXCR2

5.6 nM (ICso, in L1.2 cells) | 80 nM (ICs, in L1.2 cells) 1 nM (ICsp, in cells) | ~100 nM (ICs, in cells)

In Vitro

Reparixin is a potent functional inhibitor of CXCL8-induced biological activities on human PMNs with a
marked selectivity (around 400-fold) for CXCR1, as shown in specific experiments on CXCR1/L1.2 and
CXCR2/L1.2 transfected cells and on human PMNs. The efficacy of Reparixin is significantly lower in L1.2
cells expressing lle43Val CXCR1 mutant (IC50 values of 5.6 nM and 80 nM for CXCR1 wt and CXCR1
lle43Val, respectively)[1]. Reparixin is a non-competitive allosteric inhibitor of IL-8 receptors with a 400-fold

higher efficacy in inhibiting CXCR1 activity than CXCR2[2].

In Vivo

Reparixin is an inhibitor of CXCL8 receptor CXCR1 and CXCR2 activation, has been shown to attenuate
inflammatory responses in various injury models. Spontaneously hypertensive rats (SHR) are administered
a subcutaneous injection of Reparixin (5 mg/kg) daily for 3 weeks. Reparixin effectively decreases systolic
blood pressure and increased the blood flow[3]. Reparixin reduces the levels of IL-1f3 in the brain after
middle cerebral artery occlusion/reperfusion (MCAo) in mice. Bars represent levels of IL-18 (pg/100 mg)
measured by ELISA in the brain tissues of mice subjected or not (SHAM) to MCAo and pretreated with

vehicle or Reparixin (30 mg/kg, s.c.)[4].

Solvent&Solubility

In Vitro:
DMSO : 2 100 mg/mL (352.87 mM)
H,0 : < 0.1 mg/mL (insoluble)

*">" means soluble, but saturation unknown.

Solvent Mass
1mg 5mg 10 mg
Concentration
Preparing 1 mM 3.5287 mL 17.6435 mL 35.2871 mL
Stock Solutions 5 mM 0.7057 mL 3.5287 mL 7.0574 mL
10 mM 0.3529 mL 1.7644 mL 3.5287 mL
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Solubility: = 2.5 mg/mL (8.82 mM); Clear solution

PR I3EA 2 2.5 mg/mL (8.82 mM, Y KA RIS .

L4 mL AR, B 100 uL 25.0 mg/mL 1354 DMSO fif4&-0iin%] 400 uL PEG300 ', &5
FiR R & 50 L Tween-80, R&IIE]: SRE4EIMA 450 pL AEEEER/KEAE 1 mL.

2RI IR 10% DMSO— 90% (20% SBE-B-CD in saline)

Solubility: = 2.5 mg/mL (8.82 mM); Clear solution

M7 R FRAS 2 2.5 mg/mL (8.82 mM, YA ARA) HIPEIEIATH .

PL 4 mL TAER ], B 100 pL 25.0 mg/mL 95 DMSO %0 n%| 900 uL 20% ¥ SBE-B-CD £
HERRAHER T, IREIA .

AR IR 10% DMSO  —~90% corn oil

Solubility: = 2.5 mg/mL (8.82 mM); Clear solution

ET7 S AERAS 2 2.5 mg/mL (8.82 mM, HEFIEARN) HIVEIEEI, MTT SRANE T SRR A HTE A A LA R
s

L1 mL TAER 6], B 100 pL 25.0 mg/mL [ DMSO f§&WiinE] 900 L Fkiheh, REeL4.
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Cell Assay

L1.2 Cell suspension (1.5-3x10° cells/mL) is incubated at 37°C for 15 min in the presence of vehicle
or of Reparixin (1 nM-1uM) and next seeded in ftriplicates in the upper compartment of the
chemotactic chamber. Different agonists are seeded in the lower compartment of the chamber at the
following concentrations: 1 nM CXCL8, 0.03 nM fMLP, 10 nM CXCL1, 2.5 nM CCL2, 30 nM C5a.
The chemotactic chamber is incubated at 37°C in air with 5% CO, for 45 min (human PMNs) or 2 h
(monocytes). At the end of incubation, the filter is removed, fixed, and stained and five oil immersion

fields at high magnification (100x) are counted for each migration well after sample coding. L1.2
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migration is evaluated using 5 ym pore size Transwell filters[1].

Animal Administration

Rats[3]

The Reparixin-treated group contained 5 SHR (SHR-R), where equal numbers of normal
saline-treated SHR (SHR-N) and WKY (WKY-N) served as controls. Eighteen-week-old SHR
received a subcutaneous injection of Reparixin (5 mg/kg) once per day for 3 weeks. Reparixin
effects on blood flow, blood pressure and body weight are measured before treatment and then
weekly until 1 week after the final injection. The effect of Reparixin on the expression of
hypertension-related mediators in thoracic aortas, as well as nitric oxide (NO) plasma levels, is
examined 1 week after the final injection.

Mice[4]

C57BL/6J mice (8-10 weeks old/20-25 g) are used. The subcutaneous administration of Reparixin
(30 mg/kg) is performed 60 minutes before cerebral ischemia induction. The animals are divided into
the following three experimental groups: Sham (i.e., the group in which the arteries are visualized,
but there is no occlusion of the middle cerebral artery), Vehicle (i.e., the group pre-treated with the
vehicle, phosphate buffer solution, 60 minutes before MCAo) and Reparixin (i.e., the group
pre-treated with the drug 60 minutes before MCAo). To evaluate neurological signs secondary to

MCAOo, the animals are assessed with the SHIRPA battery 24 h after reperfusion.
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