
Product Name : RO4929097
Catalog Number : T6274
CAS Number : 847925-91-1
Molecular Formula : C22H20F5N3O3
Molecular Weight : 469.40

Description: RO4929097, a γ secretase inhibitor (IC50: 4 nM), inhibits cellular processing of Aβ40 and Notch (EC50: 14/5 nM).

Storage: 2 years -80°C in solvent; 3 years -20°C powder;

Solubility

DMSO 86 mg/mL, 183.2 mM

Ethanol 13 mg/mL, 27.7 mM

Water Insoluble

( < 1 mg/ml refers to the product slightly soluble or insoluble )

Receptor (IC50)

Aβ40 14 nM (EC50)

γ secretase 4 nM

γ secretase(ICN) 5nM

Notch 5 nM (EC50)

In vitro Activity
RO4929097 strongly inhibited γ-secretase enzyme activity with a 4 nmol/L potency (IC50). Treatment of cells caused a dose-
dependent decrease in the amount of Aβ peptides secreted into the culture medium (EC50, 14 nmol/L). The potent in vitro
activity of RO4929097 translated into strong dose-dependent inhibition of Notch processing in the Notch cell-based reporter
assay (EC50, 5 nmol/L). The potency of RO4929097 in cell-free and cellular assays was in the low nanomolar range with >100-
fold selectivity observed with respect to 75 other proteins of various types including receptors, ion channels, and enzymes [1].
RO4929097 downregulated the Notch target genes Hes1, Hey1, and HeyL, and showed a significant reduction in anchorage-
independent growth in SUM190 and SUM149. However, the putative self-renewal assay mammosphere formation efficiency
was increased with the drug. In the conventional 2D clonogenic assay, RO4929097 (1 μM) significantly sensitized SUM190 cells
to ionizing radiation and has a modest radiosensitization effect in SUM149 cells [2]. In human primary melanoma cell lines,
RO4929097 decreased the levels of NOTCH transcriptional target HES1. This was accompanied by reduced proliferation and
impaired ability to form colonies in soft agar and to organize in tridimensional spheres [3].

In vivo Activity
Oral injection of 3 to 60 mg/kg RO4929097 once daily or twice daily to nude mice bearing A549 NSCLC xenografts for either 7,
14, or 21 days of a 21-day schedule results in significant tumor growth inhibition compared with vehicle-treated animals. The
tumor growth inhibition values ranges from 66% to 91%. When mice are treated with 60 mg/kg RO4929097 twice daily with the
7+/14- schedule, treatment initially arouses regression of established A549 tumors. At the end of the 21-day cycle (day 47),
tumor growth prevention is still 91% compared with vehicle control mice. Inhibition of tumor growth remains prolonged and
sustained up to 34 days post-treatment (day 67). On day 67, these mice are retreated with the same dose of RO4929097 for a
second cycle (7 days) until day 74. Importantly, the antitumor effects are sustained after dosing is completed. [1] RO4929097
leads to reduced expression of genes associated with angiogenesis in A549 xenograft model. In contrast, the RO4929097-
resistant H460a xenograft displays little change in expression of these genes, underscoring the in vivo anti-angiogenesis
mechanism of action of RO4929097.[2] For IL6 and IL8 overexpressing tumors, RO4929097 no longer impacts angiogenesis or
the infiltration of tumor associated fibroblasts. [4]

Kinase Assay
In vitro potency assays: After RO4929097 is used, the Aβ peptides are measured by ECL assays using a variety of anti-Aβ
antibodies and an Origen 1.5 Analyzer. The 4G8 murine mAb binds an epitope in the Aβ peptide (within amino acids 18–21)
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that is immediately distal to the α-secretase cleavage site. The G2–10 murine mAb binds the C terminus that is exposed after γ-
secretase-mediated cleavage to generate amino acid 40 of the Aβ40 peptide. The FCA3542 rabbit antibody binds the C
terminus that is exposed after γ-secretase-mediated cleavage to generate amino acid 42 of the Aβ42 peptide. The 4G8 mAb is
biotinylated with biotin-LC-sulfo-N-hydroxysuccinimide-ester. The G2–10 and FCA3542 antibodies are ruthenylated with TAG-N-
hydroxysuccinimide ester. Aβ(x-40) is detected with biotinylated 4G8 and ruthenylated G2–10. Aβ(x-42) is detected with
biotinylated 4G8 and ruthenylated FCA3542.

Cell Assay
Monolayer cultures of both IBC cell lines were trypsinized into single cells and were seeded into individual wells of a 6-well tissue
culture plate (for 2D) or ultralow attachment plates (for 3D, 20,000 cells/ml) in the presence or absence of 1 ?M RO4929097.
Then the 2D and 3D 6-well plates containing seeded single cells were exposed to increasing doses of irradiation (0, 2, 4, or 6
Gy) 4 hrs after plating. However, SUM149 2D monolayer cells were also pre-treated with 1 ?M RO4929097 or vehicle for 24
hours to see if cell contact had an effect. 2D plates were incubated for 14 days and colonies were stained with crystal violet while
3D cells were incubated in mammosphere media for 7 days, the spheres were assessed for proliferation using the MTT assay
and those with a size of 50 ?M were counted using a Gelcount colony counter. For secondary mammosphere assay, cells from
primary mammospheres were dispersed with 0.05% trypsin, seeded in 6-well ultra-low attachment plates (10,000 cells/ml) in
mammosphere media and counted after a week. Survival curves were generated using Sigmaplot 8.0 [2].
Cell line: WM35 and WM98.1 cell lines

Animal Experiment
Animal Model: Fenude mice bearing Calu-6 cells

Reference
1. Luistro L, et al. Preclinical profile of a potent gamma-secretase inhibitor targeting notch signaling with in vivo efficacy and
pharmacodynamic properties. Cancer Res. 2009 Oct 1;69(19):7672-80.
2. Debeb BG, et al. Pre-clinical studies of Notch signaling inhibitor RO4929097 in inflammatory breast cancer cells. Breast
Cancer Res Treat. 2012 Jul;134(2):495-510.
3. Huynh C, et al. The novel gamma secretase inhibitor RO4929097 reduces the tumor initiating potential of melanoma. PLoS
One. 2011;6(9):e25264.

FOR RESEARCH PURPOSES ONLY. NOT FOR DIAGNOSTIC OR THERAPEUTIC USE.
Information for product storage and handling is indicated on the product datasheet. Targetmol products are stable for long term
under the recommended storage conditions. Our products may be shipped under different conditions as many of them are
stable in the short-term at higher or even room temperatures. We ensure that the product is shipped under conditions that will
maintain the quality of the reagents. Upon receipt of the product, please follow the storage recommendations on the product data
sheet.
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