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Description

Icotinib (BPI-2009) is a potent and specific EGFR inhibitor with an ICsy, of 5 nM; also inhibits mutant

EGFRLSSSR, EGFRL&SSRI’T?QOM‘ EGFRT799M gnd EGFRL861Q,

IC59 & Target

EGFR EGFRLBSBR EGFRLESBR/T790M EGFRT790M EGFRL861Q

5nM (ICso)

In Vitro

Incubation with Iconitib at 0.5 pM results in kinase activity inhibition of 91%, 99%, 96%, 61% and 61%,
respectively. Iconitib inhibits the proliferation of A431 and BGC-823 A549, H460 and KB cell lines with
IC50s of 1, 4.06, 12.16, 16.08, 40.71 uM. When profiled with 88 kinases, Icotinib only shows meaningful
inhibitory activity to EGFR and its mutants. Icotinib blocks EGFR-mediated intracellular tyrosine
phosphorylation (IC50=45 nM) in the human epidermoid carcinoma A431 cell line and inhibits tumor cell

proliferation[1].

In Vivo

Icotinib exhibits potent dose-dependent antitumor effects in nude mice carrying a variety of human
tumor-derived xenografts. The drug is well tolerated at doses up to 120 mg/kg/day in mice without mortality
or significant body weight loss during the treatment. Icotinib inhibits tumor growth at a rate of 25.2%, 45.6%
and 51.5% in the A431 cell line groups; 3.4%, 25.9% and 31.0% in the A549 cell line groups; 49.4%, 52.6%
and 67.4% in the H460 cell line groups, and 30.3%, 36.4% and 46.5% in the HCT8 cell line groups, at 30,

60 and 120 mg/kg/dose, respectively[1].

Solvent&Solubility

In Vitro:
DMSO : 2 155 mg/mL (395.99 mM)

*">" means soluble, but saturation unknown.

Solvent Mass
1mg 5mg 10 mg
Concentration

Preparing 1 mM 2.5548 mL 12.7740 mL 25.5480 mL
Stock Solutions 5mM 0.5110 mL 2.5548 mL 5.1096 mL
10 mM 0.2555 mL 1.2774 mL 2.5548 mL

AR P S AEAS [RIVA 0 o VA AR e T @ (VA TV R 8. — ELECOA, /R Ar, B R
5T VR R BB R R

fit % ARAT )7 SR -80°C, 6 months; -20°C, 1 month. -80°C {71, e 6 A WA, -20°C
fEAERS, EFE 1 N R

In Vivo:

AR S R SE S B AN 45 245 07 U PRI M TR T o DAR IR T RAESVE S 4% B In Vitro 77 2QHC 1V 75 1) it
FW, TR VTR 71

NPRAE S 2 R AT SENE, B A SV PT DR A A 25 1R, TG ORA7: AR S2IR i TRV, BT
FHELEE, 4R AT IR 577 0 T 45 LA PG 2 70 4 ) 0 Y O P o s AT o
BLUURE . WIS, AT LU oA sk 7 7 Sl

VIR I IR 7): 10% DMSO—~40% PEG300 —5% Tween-80 — 45% saline
Solubility: =2 2.5 mg/mL (6.39 mM); Clear solution

W7 RS 2 2.5 mg/mL (6.39 mM, TFIRERA) RVETAT.
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Bl 1 mL CAERC6), BL 100 pl 25.0 mg/ml %% DMSO fif %% 400 uL PEG300 i, 4591

EiRfRZ PN 50 uL Tween-80, &S] ARSI 450 pL AP ERAGEAZE 1 mbs

23K IR INAE AR 10% DMSO  —~90% corn oil

Solubility: = 2.5 mg/mL (6.39 mM); Clear solution

BET7 S AERAS 2 2.5 mg/mL (6.39 mM, HEFIEEARS) MIEIEEIL MTT SRANE TSR A HTE A A LR
SEH.
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ERBE.
Cells (1000/well) are seeded into 96-well plates in RPMI-1640 medium containing 10% FBS and
Cell Assay grown in a 5% CO2 incubator at 37°C. After 24 h, cells are treated with Icotinib at 0, 0.78, 1.56,

3.125, 6.25, 12.5 or 25 pyM for 96 h. Cell proliferation is calculated by subtracting the mean

absorbance value on day 0 from the mean absorbance value on day 4[1].

Mice: The effect of three doses of Icotinib (30, 60, and 120 mg/kg/dose p.o. qd) on antitumor activity

Animal Administration | and survival is determined in mice bearing A431, A549, H460 and HCT8 tumor xenografts. Taxol

(30 mg/kg/dose i.p. once a week) is employed in these experiments as a positive control group[1].

Kinase Assay

In the in vitro kinase assays, 2.4 ng/uL EGFR protein is mixed with 32 ng/pL Crk in 25 pL kinase
reaction buffer containing 1 uM cold ATP and 1 pCi®?P-y-ATP. The mix is incubated with Icotinib at
0, 0.5, 2.5, 12.5 or 62.5 nM on ice for 10 min followed by incubation at 30°C for 20 min. After
quenching with SDS sample buffer at 100°C for 4 min, the protein mix is resolved by electrophoresis
in a 10% SDS-PAGE gel. The dried gel is then exposed to detect radioactivity. Quantification is

performed by software[1].
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