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HEYEE

FLT3-IN-3 & —F& 20 FLT3 0I5, 0% FLT3 WT #1 FLT3 D835Y,IC50 47/l 13 1 8
Description
nM.,
IC50 & Target IC50: 13 nM (FLT3 WT), 8 nM (FLT3 D835Y)[1]

Cell Line Type Value Description

Cytotoxicity against human BJ cells assessed as growth
BJ Glso 12.343 uM inhibition after 72 hrs by resazurin dye-based

fluorescence analysis

Growth inhibition of human BJ cells after 72 hrs by
BJ Glso 12.663 uM

calcein AM dye-based fluorescence assay

Growth inhibition of mouse BA/F3 cells after 72 hrs by
BaF3 Glso 1.136 uM

calcein AM dye-based fluorescence assay

Cytotoxicity against human CEM cells assessed as growth
CCRF-CE

Glso 0.82 uM inhibition after 72 hrs by resazurin dye-based

M

fluorescence analysis

Cytotoxicity against FIP1L1-PDGFRA positive human
EOLI Glso 0.007 uM EOL-1 cells assessed as growth inhibition after 72 hrs by

resazurin dye-based fluorescence analysis

Growth inhibition of human HCC827 cells after 72 hrs by
HCC827 Glso 0.327 uM

calcein AM dye-based fluorescence assay

Cytotoxicity against human HCC827 cells assessed as
HCC827 Glso 1.011 uM growth inhibition after 72 hrs by resazurin dye-based

Cellular Effect

fluorescence analysis

Growth inhibition of HUVEC after 72 hrs by calcein AM
HUVEC Glso 5.866 uM

dye-based fluorescence assay

Growth inhibition of human K562 cells after 72 hrs by
K562 Glso 0.38 uM

calcein AM dye-based fluorescence assay

Cytotoxicity against human K562 cells assessed as
K562 Glso 1.121 yM growth inhibition after 72 hrs by resazurin dye-based

fluorescence analysis

Growth inhibition of human Kasumi-1 cells after 72 hrs
Kasumi 1 Glso 0.513 uM

by calcein AM dye-based fluorescence assay

Growth inhibition of human MCF7 cells after 72 hrs by
MCF7 Glso 0.197 uM

calcein AM dye-based fluorescence assay

Growth inhibition of human MOLM13 cells after 72 hrs
MOLM-13  Glso 0.001 uM

by calcein AM dye-based fluorescence assay

Growth inhibition of human MRCS5 cells after 72 hrs by
MRC5 Glso 20.565 uM

calcein AM dye-based fluorescence assay

Growth inhibition of human MV4-11 cells after 72 hrs by
MV4-11 Glso 0.002 uM

calcein AM dye-based fluorescence assay
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Inhibition of recombinant human 3C cleavage
site/N-terminal GST-His6 fused PDGFR alpha C-terminal

fragment (Q551 to L1089 residues) harboring V561D

Sf9 1Cso 0.027 uM

mutant expressed in baculovirus infected Sf9 insect cells

using AGLT peptide as substrate in presence of

[gamma-33P]-ATP

Growth inhibition of human THP1 cells after 72 hrs by
THP-1 Glso 0.713 uM

calcein AM dye-based fluorescence assay

Growth inhibition of human U937 cells after 72 hrs by
U-937 Glso 0.664 uM

calcein AM dye-based fluorescence assay

FLT3-IN-3 (Compound 7d) inhibits the proliferation of FLT3-ITD positive MV4-11 and MOLM-13 cell
lines very effectively at low nanomolar concentrations (GI50 values 2 and 1 nM, respectively)[1].

FLT3-IN-3 (1 nM, 10nM, 100 nM, 1 © M and 10 © M; 72 hours) inhibits the Ba/F3 FLT3-ITD cells
with the GI50 of 0.034 £0.015 1 M, and inhibits the parental Ba/F3 cells with the GI50 value of 1.136 =
0.389 uMJI1].

Concentrations as low as 1 nM are sufficient to block the autophosphorylation of the FLT3 receptor
tyrosine kinase at three different tyrosine residues (589, 591, and 842). Moreover, this inhibition suppresses
phosphorylation of several downstream targets of FLT3. Notably, FLT3-IN-3 (0.01, 0.1, 1, 10 and 100 nM; 1
hours) abolishes phosphorylation of STATS at Y694, which is a direct substrate of the oncogenic FLT3-ITD
variant. The second pathway affected is the MAPK cascade: Two key components of this signaling pathway,
ERK1/2 (T202/Y204) and MEK1/2 (S217/221), exhibit reduced phosphorylation upon treatment with
FLT3-IN-3. FLT3-IN-3 also interfers with PI3K/AKT pathway which is confirmed by reduced

phosphorylation of AKT at S473[1].

In Vitro Cell Proliferation Assay[1]
Cell Line: Murine Ba/F3 FLT3-ITD and parental Ba/F3 cells
Concentration: 1 nM, 10nM, 100 nM, 1 uM and 10 uM
Incubation Time: 72 hours
Result: The GI50s for Ba/F3 FLT3-ITD cells and parental Ba/F3 cells are
0.034+0.015 uM and 1.136+0.389 uM, respectively.
Western Blot Analysis[1]
Cell Line: MV4-11 cells
Concentration: 0.01, 0.1, 1, 10 and 100 nM
Incubation Time: 1 hours
Result: Concentrations as low as 1 nM were sufficient to block the
autophosphorylation of the FLT3 receptor tyrosine kinase at three
different tyrosine residues (589, 591, and 842).
A single dose of FLT3-IN-3 (Compound 7d; 10 mg/kg; i.p.) in mice with subcutanecous MV4-11
xenografts causes sustained inhibition of FLT3 and STATS5 phosphorylation over 48 hours[1].
Animal Model: Female athymic nu/nu mice with subcutaneously implanted MV4-11
In Vivo
xenografts[1]
Dosage: 10 mg/kg

Administration: Intraperitoneal (i.p.) injection; 48 hours
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Result: Effectively inhibited FLT3-ITD autophosphorylation in MV4-11
xenografts.
4H S
Solvent&Solubility DMSO "KM 1 250 mg/mL (509.54 mM; i A BVA; TR DMSO X 7™ i (¥ 7 7 5 A7 55 35 5

e, AR E ) DMSO)

Solvent Mass
1mg 5mg 10 mg
Concentration

Preparing 1 mM 2.0382 mL 10.1908 mL 20.3815 mL
Stock Solutions 5mM 0.4076 mL 2.0382 mL 4.0763 mL
10 mM 0.2038 mL 1.0191 mL 2.0382 mL

STEARAE = S LE AN TENA R o BV R BES PR A& VA FIC i 5 90 — BRI, 18 0 2 ORAE,
ST R R I T P R

i %R R A7 77 SURBIPR : -80°C, 6 months; -20°C, 1 month. -80°C f§ {76, 54 6 A H P, -20°C
fiEfEi, EAE 1A H AL .

YL

TEIRARIE R SEsRsh P ANSs 24575 X IR HRE 2 VA IR T &

VLNV 7 B Se % R In Vitro 75 SUBLHITES R BRIV I Bh 7 77«
——IPRIESEIR S IR T EENE, P ROl B T AR R A7 25 1R, S ORI SRER R AR, 2
WESL A, 2R,

[ S T AN N S = RE Y i i VN T 2 73T G R AN s O PG Gl DU s el B/ TR/ i
LG, AT LOE S AR/ s 7 1 7 BNV

E S

R FA AT 10% DMSO  —  40% PEG300 — 5% Tween-80 —  45% Saline
Solubility: >2.08 mg/mL (4.24 mM); VK

BT RT3 > 2.08 mg/mL CHRIERAD IR THIER

P ImL TAEM 9], EL 100 pL 20.8 mg/mL HJ¥%E DMSO fi&ima 400 pL PEG300 i, BA
¥5); H B A RN 50 uL Tween-80, VREYI5]; SRIEHARELIIAN 450 L 4K EHZE 1
mL.

AEFE KT K 0.9 g EALEN, AT ddH0 FHUEAE 100 mL, A LLA BV IE 1% I 1 AR B ALK
T

L -

IR IR R 10% DMSO  —  90% (20% SBE-B-CD in Saline)

Solubility: >2.08 mg/mL (4.24 mM); ¥R

BT RT3 > 2.08 mg/mL CHRIERAD [ HIE

PL I mL TAEBCAE], HC 100 uL 20.8 mg/mL [{7EH DMSO fig#& i InE] 900 uL 20% [ SBE-B-CD
AEFEAOKER T, IREBIN .

2 ¢ SBE-B-CD (Mt [ 5t B-MAMIKE) MAEAT 10mL FIAEEIEKY, BEBMEEEEN.

FR =

EIRF I INEFER:  10% DMSO  —  90% Corn Oil

Solubility: >2.08 mg/mL (4.24 mM); ¥R

SET7 %A 318 > 2.08 mg/mL CHLRIEESRAD MH WL BET7 22 Se08 FWIAE AN T UL R 3h W seie iy
TEREA .

PL I mL TAEBCAE], HC 100 uL 20.8 mg/mL [{7EH DMSO fig & inE] 900 uL Tk, JBEH
5.
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SEIHR [1]. Gucky T, et al. Discovery of N2-(4-Amino-cyclohexyl)-9-cyclopentyl-
N6-(4-morpholin-4-ylmethyl-phenyl)- 9H-purine-2,6-diamine as a Potent FLT3 Kinase Inhibitor for Acute

Myeloid Leukemia with FLT3 Mutations. J Med Chem. 2018 May 10;61(9):3855-3869.

SEREAE BRI IR -

SRR B AR (X AR PE A 6 2B IOV ARCIRA A0 — FLRRARVAAL, V5D IRAF 38 G R SR I 8
e

4 B RAT TR -80° C, 6 months; -20° C, 1 month. -80° C A4ENY, 7E 6 4 WIEAI, -20° CHEFRT, it

LA

ALIEVEF J5ig= 1mg 5mg 10 mg 25 mg
BRI

wE
1 mM 2.0382 mL 10.1908 mL 20.3815 mL 50.9539 mL
5 mM 0.4076 mL 2.0382 mL 4.0763 mL 10.1908 mL
10 mM 0.2038 mL 1.0191 mL 2.0382 mL 5.0954 mL
15 mM 0.1359 mL 0.6794 mL 1.3588 mL 3.3969 mL
20 mM 0.1019 mL 0.5095 mL 1.0191 mL 2.5477 mL
25 mM 0.0815 mL 0.4076 mL 0.8153 mL 2.0382 mL

DMSO

30 mM 0.0679 mL 0.3397 mL 0.6794 mL 1.6985 mL
40 mM 0.0510 mL 0.2548 mL 0.5095 mL 1.2738 mL
50 mM 0.0408 mL 0.2038 mL 0.4076 mL 1.0191 mL
60 mM 0.0340 mL 0.1698 mL 0.3397 mL 0.8492 mL
80 mM 0.0255 mL 0.1274 mL 0.2548 mL 0.6369 mL
100 mM 0.0204 mL 0.1019 mL 0.2038 mL 0.5095 mL
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