
Product Name : Daphnetin
Catalog Number : T2851
CAS Number : 486-35-1
Molecular Formula : C9H6O4
Molecular Weight : 178.14
Apprearence : Solid

Description: Daphnetin, a natural coumarin derivative, is a protein kinase inhibitor with inhibitory for EGFR (IC50: 7.67 μM),
PKA (IC50: 9.33 μM), and PKC (IC50: 25.01 μM), also exhibit anti-oxidant and anti-inflammatory activities.

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

Solubility

DMSO 33 mg/mL (185.2 mM)

Ethanol <1 mg/mL

Water <1 mg/mL

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

Receptor (IC50)

EGFR 7.67μM

PKA 9.33μM

PKC 25.01μM

Kinase Assay
Assay of protein kinase C (PKC) and cAMP-dependent protein kinase (PKA) activities.: PKC and PKA activities are detected.
Briefly, 5 mL of PKC or PKA is mixed with 5 mL of lipid preparation containing 100 mM phorbol 12-myristate 13-acetate, 2.8
mg/mL phosphatidyl serine, and Triton X-100 mixed micelles for PKC assay or 5 mL of 40 mM cAMP in 50 mM Tris-HCl, pH
7.5, for PKA assay, and 5 mL of daphnetin. The reaction is started by adding 10 mL of PKC substrate solution containing 250
mM acetylated myelin basic protein, 100 mM ATP, 5 mM CaCl2, 10 mM MgCl2, 20 mM Tris-HCl, pH 7.5, or 10 mL of PKA
substrate solution containing 200 mM Kemptide, 400 mM ATP, 40 mM MgCl2, 1 mg/mL BSA, 50 mM Tris-HCl, pH 7.5, and 20-
25 mCi/mL[g-32P] ATP. After incubation at 25 °C for 5 minutes, 20 mL of each mixture is spotted on a piece of
phosphocellulose disc which is immediately put into 1% H3PO4. After free [g-32P] ATP on the discs is removed, the peptide-
incorporated 32P on the discs is counted in a scintillation counte

Cell Assay
The cytostatic effect of Daphnetin tested on the MCF-7 tumor cells is estimated using the microculture MTT assay. The assay is
based on the reduction of soluble tetrazolium salt by mitochondria of viable cells. The reduced product, an insoluble purple-
colored formazan, is dissolved in dimethyl sulfoxide and measured spectrophotometrically (570 nm). The amount of formazan
formed is proportional to the number of viable cells. Cells (3 &times; 103) are seeded in each of the 96 microplate wells in a 200
μL medium containing the corresponding concentration of daphnetin. Daphnetin is tested at five concentrations (12.5 μM, 25
μM, 50 μM, 100 μM, 200 μM). After 24-hour, 48-hour, and 72-hour exposure, the percentage of proliferative inhibition of treated
cells is estimated against the solvent-treated control cells (PI% = [(T/C) − 1] &times; 100). PI = proliferation inhibition; T =
treated, C = control. IC50 is calculated from the least square concentration-response regressions.(Only for Reference)
Cell line: MCF-7 cells

Animal Experiment
Animal Model: Immature CD1 (Im) femice
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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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