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Description

Tirbanibulin (dihydrochloride) (KX2-391 (dihydrochloride)) is an inhibitor of Src that targets the peptide

substrate site of Src, with GI50 of 9-60 nM in cancer cell lines.

IC50 & Target

GI50: 9 nM (Src HuH7), 13 nM (Src PLC/PRF/5), 26 nM (Src Hep3B), 60 nM (Src HepG2)

In Vitro

Tirbanibulin (KX2-391) is a Src inhibitor that is directed to the Src substrate pocket. KX2-391 shows steep
dose-response curves against Huh7 (G150=9 nM), PLC/PRF/5 (G150=13 nM), Hep3B (GI50=26 nM), and
HepG2 (GI50=60 nM), four hepatic cell cancer (HCC) cell lines[1]. Tirbanibulin (KX2-391) is found to inhibit
certain leukemia cells that are resistant to current commercially available drugs, such as those derived from
chronic leukemia cells with the T3151 mutation. Tirbanibulin (KX2-391) is evaluated in engineered Src
driven cell growth assays inNIH3T3/c-Src527F and SYF/c-Src527F cells and exhibits GI50 with 23 nM and

39 nM, respectively[2].

In Vivo

Orally administered Tirbanibulin (KX2-391) is shown to inhibit primary tumor growth and to suppress

metastasis, in pre-clinical animal models of cancer({2].

Solvent&Solubility

In Vitro:

DMSO : 33.33 mg/mL (66.07 mM; Need ultrasonic)

Solvent Mass
1mg 5mg 10 mg
Concentration

Preparing 1 mM 1.9824 mL 9.9118 mL 19.8236 mL
Stock Solutions 5mM 0.3965 mL 1.9824 mL 3.9647 mL
10 mM 0.1982 mL 0.9912 mL 1.9824 mL
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135 RIFAR N R 77): 10% DMSO—~40% PEG300 —~5% Tween-80 — 45% saline

Solubility: = 2.5 mg/mL (4.96 mM); Clear solution

PETTRAI34S 2 2.5 mg/mL (4.96 mM, UL REN) IESE .

Bh 1 mL T, B 100 pl 25.0 mg/mL {1537 DMSO fig#%n#] 400 uL PEG300 i, WR#A5)
i R R A 50 uL Tween-80, JRAIAT: SRS 450 pL =B ERKEZF % 1 mL.

245 KT AR FAA: 10% DMSO— 90% (20% SBE-B-CD in saline)

Solubility: = 2.5 mg/mL (4.96 mM); Clear solution
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M7 RTFRAS 2 2.5 mg/mL (4.96 mM, TERTEEARAT) IS IAT .
BL1mL TAEINEL, B 100 pL 25.0 mg/mL ({73 DMSO fif#NE 900 L 20% [ SBE-B-CD ZE
HEAOKI T, RIS .

3AHKF R INAEFE R 10% DMSO  —~90% corn oil

Solubility: = 2.5 mg/mL (4.96 mM); Clear solution

BETTEAERAY 2 2.5 mg/mL (4.96 mM, HERIEEARST) BOEEEIL MTT SRANE T SRR A HTE A A LR
SEH.

BL1mL TAERH], B 100 pL 25.0 mg/mL [ DMSO f§ &% 900 uL Fkieh, RE#H4.
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Cell Assay

Liver cell lines including Huh7, PLC/PRF/5, Hep3B, and HepG2 are routinely cultured and maintained in
basal medium containing 2% fetal bovine serum (FBS) at 37°C and 5% CO,. Cells are seeded at
4.0x10%190 pL and 8.0x10%190 pL per well of 96-well plate in basal medium containing 1.5% FBS. These
are cultured overnight at 37°C and 5% CO;prior to the addition of Tirbanibulin (KX2-391), at
concentrations ranging from 6,564 to 0.012 nM in triplicates. Treated cells are incubated for 3 days. Ten
uLs of 3-(4,5-dimethylthiazol- 2-yl)-2,5-diphenyltetrazolium bromide (MTT) solution (5 mg/mL) is then
added to each well on day 3 and cells incubated for 4 hours. The formazan product is dissolved with 10%
SDS in dilute HCI. Optical density at 570 nm is measured. For comparison of activity and potency, parallel
experiments are performed using Tirbanibulin (KX2-391). Growth inhibition curves, 50% inhibition
concentration (Glsp), and 80% inhibition concentration (Glg,) are determined using GraphPad Prism 5
statistical software. Data are normalized to represent percentage of maximum response as well as reported

in optical density at wavelength of 570 nm (OD570) signal format. [1]
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