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For foam cell formation, the growth medium (RPMI medium containing 10% human serum)is aspirated and
the BMMs are rinsed four times with RPMI medium, and then HMMs are exposed to RPMI medium containing
bovine serum albumin (BSA, 0.2%) and dimethylsulfoxide (DMSO, 0.2%, vehicle for CI-1011) (control medium)
with and without agacLDL (100 &mu;g protein/ml) and CI-1011 (1 &mu;g/ml) for 48 hours. For cholesterol
efflux experiments, HMMs are preincubated with ag-acLDL (100 &mu;g protein/ml) for 24h, and then exposed
to control RPMI medium with and without HDL (100 &mu; protein/ml%, Cl-1011 (2 &mu;g/ml) or HDL plus CI-
1011 (2 &mu;%/ml) for 24&ndash; 48 hours. Additionally, the appearance of [14CJFCin the medium is
monitored by first preincubating HMMs with RPMI medium containing ag-acLDL (100 &mu;; rotein/ml)
radiolabeled with [4-14CJFC (0.5 &mu;Ci/ml) in an ethanolic spritz (final concentration, 0.1°o)pfor 24 h.The
medium is removed, cells rinsed three times with RPMI medium, and then cells are exposed to control RPMI
medium with and without CI-1011 (1&ndash; 10 &mu;ﬁ/ml) for 4&ndash; 48 h. At each time point, the medium
is aspirated and centrifuged to pellet nonadherent cells. The appearance of [L4C]FCin the medium is
measured by liquid scintillation spectroscopy. Cellular lipids are extracted using hexane:isopropanol (3:2, v/v)
for 1 h.The distribution of cellular radiolabeled cholesterolis measured by subjecting an aliquot of the cell
extract and FCand EC standards to thin layer chromatography using petroleum ether:hexane:glacial acetic
acid solvent system (85:15:2, v/v). The percent FC efflux is calculated as: medium [14C]JFC dpm/ cell[14C]
dpm&times;100. FC and TC mass are quantified by %as liquid chromatography using stigmasterol (1 mg/ml) as
aninternal standard. EC mass is calculated as the difference between TC and FC, and all values are normalized
to cell protein. The MBCis de?ned as the lowest concentration that exhibited 99.9% or more reduction of the
numbers of colonies compared with the cfu in the initialinoculum. (Only for Reference)

Avasimibe is an orally bioavailable inhibitor of acyl-Coenzyme A: cholesterol acyltransferase (ACAT, IC50: 3.3 u M) that
prevents cholesterol deposition in the arterial wall. It also inhibits human P450 isoenzymes CYP2C9/1A2/2C19 (1C50:
2.9/13.9/26.5 1 M).

Powder:-20°Cfor 3 years | In solvent:-80°C for 2 years

For technical support and original validation data for this product please contact
E: Proteintech-CN@ptglab.com

T:027-87531629
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