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Chemical Properties

CAS No. : 1626387-80-1 v
/N ¢ [¢]
Formula: C22H23CIFN503 ( | J\
. "X o N/\
Molecular Weight: 459.9

Storage:

Powder: -20°C for 3 years | In solvent: -80°C for 1 year
Actual storage temperature shall be subject to the COA.

Biological Description

Description

Targets(1C50)

In vitro

In vivo

Kinase Assay

Cell Research

Zorifertinib (AZD3759) is an orally active, effective and central nervous system-
penetrant EGFR inhibitor. The IC50 values were 0.2, 0.3 and 0.2 nM for EGFR L858R
mutant, TK wild-type, and Exon 19Del enzymes, respectively.

Apoptosis,EGFR

In H3255 (L858R) cells, AZD3759 inhibits EGFR phosphorylation with IC50 of 7.2 nM.
AZD3759 demonstrates inhibitory effects on both the pEGFR pathway and cell
proliferation of EGFR mutation-derived cells PC-9 and H3255 with IC50 of 7.7 nM and 7
nM, respectively, showing mo activity on cell proliferation of H838 cells. [1]

AZD3759 shows good oral bioavailability in dogs, and penetrates extensively into
monkey brain. In a brain metastasis PC-9 (Exon19Del) model, AZD3759 (15 mg/kg)
causes significant dose-dependent antitumor efficacy. [1]

IC50 determination of compounds against EGFR enzymes: The inhibition potency of
compounds against EGFR WT and mutant enzymes is assessed using CisBio
homogenous time resolved fluorescence approach (HTRF, Cat No. 62TKOPE)) according
to manufacturer's instruction. The final enzyme concentrations used in this assay are 0.1
nM, 0.03 nM, and 0.026 nM for EGFR wild type, L858R and Exon19Del, respectively, and
0.8 uM, 4 uM and 25 pyM ATP, corresponding to the Km values of EGFR enzymes, are
applied accordingly. In brief, 3 uL of ATP and 2 pM TK biotin-peptide substrate are
incubated in the presence or absence of serially diluted compound at room temperature
in 384-well Greiner white polystyrene assay plates. The reaction is initiated by addition
of 3 pL kinase which could phosphorylate the substrate peptide, and the assay buffer
contains 1 mM DTT, 5 mM MgCl2, T mM MnCl2, and 0.01% CHAPS. After 30 minutes
incubation, the reaction is stopped by the addition of 6 pl detection reagent mix
containing 250 nM Strep-XL665 and TK Ab Europium Cryptate diluted in detection buffer.
The plates are incubated for 1 h before the fluorescence is then measured at 615 nm
and 665 nm, respectively with excitation wavelength at 320 nm by EnVision Multilabel
Reader from Perkin Elmer using standard HTRF settings. The calculated signal ratio of
665 nm/615 nm is proportional to the kinase activity. The concentration of compound
producing 50% inhibition of the respective kinase (1C50) is calculated using four-
parameter logistic fit.

Cell proliferation assay is determined by MTS methods. Briefly, cells are seeded in 96-

well plates (at a density to allow for logarithmic growth during the 72-hour assay) and
incubated overnight at 37 °C and 5% CO2. Cells are then exposed to concentrations of
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compounds ranging from 30 to 0.0003 mM for 72 hours. For the MTS endpoint, cell
proliferation is measured by the CellTiter AQueous Non-Radioactive Cell Proliferation
Assay reagent in accordance with the manufacturer's protocol. Absorbance is measured
with a Tecan Ultra instrument. Predose measurements are made, and concentration
needed to reduce the growth of treated cells to half that of untreated cells (GI50) values
are determined using absorbance readings.(Only for Reference)

Solubility Information

Solubility

In vivo Formulation

Preparing Stock Solutions

TmM
5mM
10 mM
50 mM

H20: <1 mg/mL (insoluble or slightly soluble),

DMSO: 100 mg/mL (217.44 mM),Sonication is recommended.
Ethanol: 18 mg/mL (39.14 mM),Sonication is recommended.
(<1 mg/mlrefers to the product slightly soluble or insoluble)

10% DMS0+40% PEG300+5% Tween 80+45% Saline: 2 mg/mL (4.35 mM),Sonication is

recommended.

Please add the solvents sequentially, clarifying the solution as much as possible before adding the next one.
Dissolve by heating and/or sonication if necessary. Working solution is recommended to be prepared and
used immediately. The formulation provided above is for reference purposes only. In vivo formulations may
vary and should be modified based on specific experimental conditions.

1mg 5mg 10mg
2.1744 mL 10.8719 mL 21.7439 mL
0.4349 mL 2.1744 mL 4.3488 mL
0.2174 mL 1.0872 mL 2.1744 mL
0.0435 mL 0.2174 mL 0.4349 mL

Please select the appropriate solvent to prepare the stock solution, according to the solubility of the product in
different solvents. Please use it as soon as possible.

Note: The dilution table applies only to solid products. For liquid products, please calculate the stock solution based
on the stated concentration and/or density.
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