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Description

SLx-2119 (KD-025) is a selective inhibitor of ROCK2 with an ICs, of 105 nM.

IC5¢ & Target

ROCK2 ROCK1

105 nM (ICs) | 24 HM (ICs0)

SLx-2119 (40 pM) induces significant down-regulations of Tsp-1 and CTGF mRNA levels in PASMC. The

In Vitro microarray hybridized with aRNA from HMVEC treated with SLx-2119, shows a 5-times higher background
than the other arrays|[1].
SLx-2119 (KD-025; 100, 200 or 300 mg/kg, i.p.) dose-dependently reduces infarct volume after transient
In Vivo middle cerebral artery occlusion. SLx-2119 is at least as efficacious in aged, diabetic or female mice, as in
normal adult males|[2].
In Vitro:
DMSO : 229 mg/mL (64.09 mM)
H,0 : < 0.1 mg/mL (insoluble)
*">" means soluble, but saturation unknown.
1mg 5mg 10 mg
Concentration
Preparing 1mM 2.2099 mL 11.0495 mL 22.0990 mL
Stock Solutions 5mM 0.4420 mL 2.2099 mL 4.4198 mL
10 mM 0.2210 mL 1.1049 mL 2.2099 mL
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1VIEIKF AN FRER: 10% DMSO—~40% PEG300 —~5% Tween-80 — 45% saline

Solubility: 2.5 mg/mL (5.52 mM); Suspended solution; Need ultrasonic
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245 F IR INEERE R 10% DMSO— 90% (20% SBE-B-CD in saline)

Solubility: 2.5 mg/mL (5.52 mM); Suspended solution; Need ultrasonic
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BAB K P IRINA R 10% DMSO  —~90% corn oil

Solubility: = 2.5 mg/mL (5.52 mM); Clear solution
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SERS%.
Western blots are used to determine whether HMVEC, NHDF and PASMC express ROCK1 and
ROCK?2. The cells are incubated for 24 hours in 3 mL culture media containing SLx-2119. All cells
are collected at passage 3 and lysed on ice in 25 mM Tris-HCI pH 7.5, 150 mM NaCl, 0.5%
tritonX-100, 10% glycerol, 10 mM NaF and a protease inhibitor cocktail. Protein concentration is
Cell Assay determined using a BCA protein assay reagent. Cell lysates (35 ug) are separated on 7.5% or

12.5% SDS-PAGE polyacrylamide gels and transferred to PVDF membrane filters. Membranes are
blocked in 5% non-fat milk in TBS containing 0.1% Tween 20. Blots are probed with antibodies to
ROCK1, ROCK2 or actin and washed well before incubation with HRP-conjugated secondary

antibodies and visualization with an enhanced chemiluminescence (ECL) kit. [1]

Young adult (C57BL/6, 2-3 months old, male 22-30 g, female 16-23 g), aged (C57BL/6, 12 months
old, 33-52 g) are used in all experiments. Vehicle (0.4% methylcellulose) or SLx-2119 (100, 200 or
300 mg/kg) is administered every 12 h via orogastric gavage. The dosing paradigm is chosen based
Animal Administration | on the pharmacokinetic profile after oral administration in mice. Atorvastatin (4 mg/mL) is dissolved
in phosphate-buffered saline (pH 7.4) containing 45% 3-hydroxypropyl-B-cyclodextrin and 10%
ethanol, and administered at a dose of 20 mg/kg per day as a single daily intraperitoneal injection for

2 weeks. [2]
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