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Description

E260 J&—# Fer/FerT A7),

IC50 & Target

Fer/FerT kinase[1]

In Vitro

E260 is a Fer and FerT inhibitor, which selectively evokes metabolic stress in cancer cells by imposing
mitochondrial dysfunction and deformation, and onset of energy-consuming autophagy which decreases the
cellular ATP level. To demonstrate that E260 directly targets Fer and FerT, an in vitro kinase assay is
performed using a purified kinase domain (KD)-containing fragment of these enzymes. This analysis
demonstrates the direct inhibitory effect of E260 on this domain as reflected by the significantly decreased
auto-phosphorylation level of the Fer/FerT KD when incubated with ATP and increasing concentrations of
E260. Moreover, computational analysis of E260 docking in the modeled whole Fer protein reveals that the
highest scored binding mode of E260 to Fer falls in the ATP-binding pocket of the enzyme’ s KD. To
measure the dissociation constant (Kd) of E260 from Fer/FerT KD, a microscale thermophoresis (MST) test
is performed using ascending concentrations of E260. This analysis corroborates the direct binding of E260
to Fer/FerT KD and determines a Kd of 0.85 1 M. To examine the effect of the E260 micellar formulation
on Fer in malignant cells, the kinase is immunoprecipitated from untreated and from E260-treated SW620
CC cells. When applied to metastatic grade IV SW620 CC cells, which are serum starved for 16 h and treated
with 3 mM H2O02 to activate Fer, E260 exhibits inhibitory effects on the Fer-kinase activity as is reflected by
suppressed auto-phosphorylation activity of the enzyme. To characterize the effect of E260 on malignant
cells, metastatic SW620 cells are treated with E260 followed by analysis of viability. Onset of death is
observed in the E260-treated cells, with an EC50 value of 400 nM after 24 h of treatment and an EC50 of
300 nM after 48 h. E260 exhibits an EC50 of 3.2 1 M after 72 h treatment of non-metastatic PANC-1 cells,
which are derived from a primary pancreatic ductal carcinoma. Moreover, the maximum death level of these
cells after 72 h of treatment with E260 is about 70% following treatment with 4 1 M E260. In comparison,
SU.86.86 which are metastatic ductal carcinoma cells, prove to be more susceptible to E260 with an EC50 of

1.1 1M after 72 h of treatment and 100% death level imposed by 2 1M E260[1].

In Vivo

E260 suppresses xenografts progression in vivo. The pharmacokinetic (PK) profile of E260 is
determined in mice. E260 exhibits a T1/2 of 175 min in the blood, and a volume of distribution of 4244
mL/kg suggesting an efficient distribution of the compound in the animal tissues. To evaluate the efficacy of
E260 on tumor growth, SW620 cells are subcutaneously introduced into immuno-compromised "Nude" mice.
Administration of E260 leads to a significant attenuation of tumor progression throughout the experiment,
and to a 10-fold decrease in average tumor volume after 22 days of treatment. To further demonstrate the
anti-cancer activity of E260 in vivo, mice bearing SW48 cells derived xenografts are treated with E260 and
the tumor progression profiles are determined. Mice treated with E260 demonstrate a 5-6-fold attenuation in

tumors progression when compared to the control treated group[1].

Solvent&Solubility

o L ST
DMSO 1 IVEREE : 1 mg/mL (2.28 mM; #75 B, TR DMSO X 7= VA R E A W 3E 52,
R T 5 DMSO)

Solvent Mass
1mg 5mg 10 mg
Concentration

Preparing 1 mM 2.2798 mL 11.3991 mL 22.7983 mL

Stock Solutions 5 mM - - -
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10 mM

STEARAE = S LE AN TENA R o ARV R BES PR A& VA T (8 5 90 — BLECRUA L, 18 9 2 ORAE,
ST R R I T P R

i S OR A7 J7 sCAYIRR . -80°C, 2 years; -20°C, 1 year. -80°C A7, ¢E 2 FAFEA],  -20°C fil
FEIE, AH1E 1 ERAE

YL

TR IR SEgRsh PR Ss 24575 X IR 2 VA IR T

VLNV 7 B e I In Vitro 75 SUBLHITEE R, BRI I Bh 7 77«

—— NP SERG S RN, WIS ARG AT ARIE A 0, 3& R A PRI SEER I LR, &
WESLHAIE, 2R,

DR VA AR TR R B 20 LU 4R VA FRIFE SR I ) i P AR 5 B eI AR v M BT TE S AT
WG, AT LOE AR/ B8 7 1 7 BN

E S

RPN AAT): 10% DMSO  —  40% PEG300 — 5% Tween-80 —  45% Saline
Solubility: > 0.1 mg/mL (0.23 mM); ¥ % &k

PR RAHAS > 0.1 mg/mL GERIERED HEBHER.

U 1mL AR, I 100 uL 1.0 mg/mL f1#{E DMSO f##WNE] 400 uL PEG300 ', iR51Y
21 BRI RPN 50 uL Tween-80, RAHIA]; AREEHARLINIAN 450 uL AHEK EFE 1
mL.

AEFRER KGR H): H 0.9 g FALEN, BT ddH.0 HEAZE 100 mL, AT LIS EIEHE I IR ER K
a3

L -

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

Solubility: > 0.1 mg/mL (0.23 mM); ¥ &

SR RAHAS > 0.1 mg/mL GERIERED HIEHER.

P ImL TAEM 9], EX 100 pL 1.0 mg/mL [¥EH DMSO f##& N3] 900 pL 20% ) SBE-B-CD
AEFEAOKIEIR T, IREBIN .

2 g SBE-B-CD (I T Ak B-FRMIAE) MATA T 10 mL IAEEE K, SEARMEREIEN.

FR =

WK P I AA ). 10% DMSO  —  90% Corn Oil

Solubility: > 0.1 mg/mL (0.23 mM); ¥ & &k

SET7 %A 3RS > 0.1 mg/mL CHRIBERSED BRI IhJ7 R 9e A MI7E LA A UL s Y sesem
TR .

PL I mL TAEMC B, BL 100 pL 1.0 mg/mL [¥7E DMSO f##&0NF] 900 pL F kil IRA 5],
VUR R TS, W B TR, U RS, AR RIRA .  PUNR R SoR I E 4 b
SRR AIE ISR Z B AR S L nfE ISR AR A R BT . BTG, R Rl s AR/
HH 7 5 B .

E S

TR P A IR 0.5% CMC-Na/saline water

Solubility: 22 mg/mL (50.16 mM); &Mt 85 B

SEHR [1]. Elkis Y, et al. A novel Fer/FerT targeting compound selectively evokes metabolic stress and necrotic
death in malignant cells. Nat Commun. 2017 Oct 16;8(1):940.
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TR RAF T RANWIBR: -80° C, 2 years; -20° C, 1 year. -80° C filifeid, 7€ 2 WM, -20° CHEfEmS, 54 1 £
P

AIEVE T TR 1 mg 5mg 10 mg 25 mg
AR
WE

DMSO 1 mM 2.2798 mL 11.3991 mL 22.7983 mL 56.9956 mL
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