
Product Name : SB525334
Catalog Number : T1763
CAS Number : 356559-20-1
Molecular Formula : C21H21N5
Molecular Weight : 343.42
Apprearence : Solid

Description: SB-525334 is a potent and selective inhibitor of the TGF-β1R and ALK5 (IC50: 14.3 nM).

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

Solubility

1eq. HCl 34.3 mg/mL, 100 mM

DMSO 34.3 mg/mL, 100 mM

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

Receptor (IC50)

TGFβR1(ALK5) 14.3nM

ALK5 14.3 nM (cell free)

ALK4 58.5 nM

In vitro Activity
SB-525334 (1 μM) blocked TGF-beta1-induced phosphorylation and nuclear translocation of Smad2/3 in renal proximal tubule
cells and inhibited TGF-beta1-induced increases in plasminogen activator inhibitor-1 (PAI-1) and procollagen alpha1(I) mRNA
expression in A498 renal epithelial carcinoma cells [1]. The combination with SB525334 significantly augmented the cytotoxicity
of gemcitabine in both parental and gemcitabine-resistant pancreatic cancer cells. SB525334 significantly increased apoptotic
cell death in gemcitabine-resistant cells [2].

In vivo Activity
Orally administered doses of 1, 3, or 10 mg/kg/day SB-525334 for 11 days produced statistically significant reductions in renal
PAI-1 mRNA [1]. SB-525334 (10 mg/kg or 30 mg/kg) was orally administered at twice a day. Lungs were isolated 5, 7, 9 and 14
days after Bleomycin (BLM) treatment. BLM treatment led to significant pulmonary fibrotic changes accompanied by significant
upregulation of ECM mRNA expressions, Smad2/3 nuclear translocation, CTGF expression, myofibroblast proliferation and type
I collagen deposition. SB-525334 treatment attenuated the histopathological alterations in the lung, and significantly decreased
the type I and III procollagen and fibronectin mRNA expression [3].

Kinase Assay
To determine the potency of the ALK5 inhibitor SB-525334 at the enzyme level, purified GST-tagged kinase domain of ALK5
was incubated with purified GST-tagged full-length Smad3 in the presence of 33P-γATP and different concentrations of
SB525334. The readout is radioactively labeled Smad3. To determine the selectivity of SB-525334, purified GST-tagged
kinase domain of ALK2 and ALK4 were incubated with GST-tagged full-length Smad1 and Smad3, respectively, in the presence
of different concentrations of SB-525334 (n=3). IC50 value determinations were calculated with GraphPad software using a
sigmoidal dose-response curve [1].

Cell Assay
RPTE cells were seeded on microscope slides. The following day, the cells were starved by removal of epidermal growth factor
and serum for 24 h prior to dosing. Cells were dosed with 10 ng/ml TGF- 1 or 1 M SB-525334 or a combination of both. Slides
were pretreated with SB-525334 or starve media for 3 h prior to a 1-h incubation at 37°C with TGF- 1 or starve media. The cells
were then fixed for 15 min in 4% ice-cold paraformaldehyde. The cells were permeabilized for 10 min in 0.3% Triton X-100/PBS
at room temperature. The slides were incubated for 30 min in a blocking solution containing 0.3% bovine serum albumin, 10%
FBS, 0.3% Triton X-100/PBS, and 5% milk in PBS. A 1:200 dilution of primary mouse anti-Smad2/3 antibody was applied to
each slide for overnight incubation. A 1:200 dilution of anti-mouse IgG fluorescein secondary antibody was applied to each slide
for 30 min at room temperature. The slides were then viewed using an argon blue 488 nM laser in a confocal microscope.
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Nuclear signal intensity was analyzed using 1D Image Analysis software. The relative intensity was determined by the mean
intensity of the nucleus and expressed as percent control [1].
Cell line: Human renal proximal tubule epithelial (RPTE) cells

Animal Experiment
Animal Model: Bleomycin-induced pulmonary fibrosis in feEker rats
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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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