72 i A K
P2 4 -

SR3335
SR3335

HEYEE

Description

SR3335 is a selective RORa inverse agonist that directly binds to RORa with a K; of 220 nM.

IC50 & Target

Ki: 220 nM (RORa)[1]

In Vitro

SR3335 is a selective RORa partial inverse agonist. In a biochemical radioligand binding assay using
[®H]25-hydroxycholesterol as a label it is clear that unlabeled SR3335 dose-dependently competes for
binding to the RORa LBD. The Ki is calculated as 220 nM using the Cheng-Prusoff equation. In a
cell-based chimeric receptor Gal4 DNA-binding domain-NR ligand binding domain cotransfection assay,
SR3335 significantly inhibits the constitutive transactivation activity of RORa (IC50=480 nM)(partial inverse

agonist activity), but has no effect on the activity of LXRa and RORy[1].

In Vivo

Pharmacokinetic studies indicate that SR3335 displays reasonable exposure following an i.p. injection into
mice. The ability of SR3335 is assessed to suppress gluconeogenesis using a diet induced obesity (DIO)
mouse model where the mice where treated with 15 mg/kg b.i.d., i.p. for 6-days followed by a pyruvate
tolerance test. SR3335 treated mice displays lower plasma glucose levels following the pyruvate challenge
consistent with suppression of gluconeogenesis. Importantly, mice treated with SR3335 displayed no

difference in body weight or food intake after 7-days of treatment with SR3335[1].

Solvent&Solubility

In Vitro:
DMSO : 2 100 mg/mL (246.71 mM)

* ">" means soluble, but saturation unknown.

Solvent Mass
1mg 5mg 10 mg
Concentration
Preparing 1mM 2.4671 mL 12.3353 mL 24.6706 mL
Stock Solutions 5mM 0.4934 mL 2.4671 mL 4.9341 mL
10 mM 0.2467 mL 1.2335 mL 2.4671 mL
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Solubility: = 2.5 mg/mL (6.17 mM); Clear solution

10% DMSO—40% PEG300 —>5% Tween-80 — 45% saline
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Solubility: 2 2.5 mg/mL (6.17 mM); Clear solution
MR 3KS = 2.5 mg/mL (6.17 mM, AIEE AR KD (I TH A
PL A mL CAERCHE], L 100 pL 25.0 mg/mL [J3#iE DMSO fif##in%] 900 pL 20% f) SBE-B-CD ‘£

KA, IREI.

3AF K P IRINAFET: 10% DMSO  —~90% corn oil

Solubility: 2 2.5 mg/mL (6.17 mM); Clear solution

W7 R ARG 2 2.5 mg/mL (6.17 mM, HRIEEAR KDY MBS, 7 RANIE T 9830 FYIZE A H B
PR

PAA mL CAE#CAMH], B 100 pL 25.0 mg/mL )3 DMSO fili %0 900 pL oK, A5,

[1]. Kumar N, et al. Identification of SR3335 (ML-176): a synthetic RORa selective inverse agonist. ACS

References
Chem Biol. 2011 Mar 18;6(3):218-22.
SERS%.
HEK293 cells are maintained in Dulbecco’s modified Eagle’s medium (DMEM) supplemented with
10% fetal bovine serum at 37°C under 5% CO,. HepG2 cells are maintained and routinely
propagated in minimum essential medium supplemented with 10% fetal bovine serum at 37°C under
Cell Assay 5% CO,. 24 h prior to transfection, cells are plated in 96-well plates at a density of 15x103 cells/well.

Transfections are performed using LipofectamineTM 2000. 16 h post-transfection, the cells are
treated with vehicle or SR3335. 24 h post-treatment, the luciferase activity is measured using the
Dual-GloTM luciferase assay system. The values indicated represent the meanstS.E. from four

independently transfected wells. The experiments are repeated at least three times[1].

Mice[1]
30 week old Diet induced obese (DIO) C57BL/6 male mice are purchased from Jackson
Laboratories that are maintained on a 65% Kcal high-fat diet from weaning. DIO mice are treated

twice per day (07:00h and 18:00h) with 15 mg/kg SR3335 or vehicle for 6 days i.p. Pyruvate

Animal Administration | tolerance test is conducted on day 6 of the treatment. Food is removed from mice in the morning

after SR3335 injection, fasted for 6 hours and the pyruvate tolerance test is conducted at 13:00h.
Time 0 blood glucose is measured taken from the tail nip and the pyruvate challenge is initiated by
injection of 2g/kg of pyruvate i.p. followed by measuring blood glucose at 15, 30 and 60 min

following the injection. Blood glucose is measured by one touch ultra glucose-meter.
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