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Description ML240 is a potent p97 inhibitor, inhibiting p97 ATPase with IC50 value of 100 nM.
IC5¢ & Target IC50: 100 nM (p97)1
ML240 is a potent p97 inhibitor, with an 1Csy of 100 nM. ML240 is active in the UbG76V-GFP stabilization
assay (ICsg, 0.9 uM). ML240 inhibits p97 competitively with respect to ATP with a K; values of 0.22 pM.
ML240 also inhibits labeling of only three protein kinase domains by >50% when tested at 20 uM: PIP5 K3
In Vitro (belongs to phosphoinositide-3 kinase family), JAK1 JH2 (N-terminal pseudokinase domain of JAK1), and

DNAPK (DNA-dependent protein kinase). ML240 (1.1, 3.3, 10, or 20 uM) induces executioner caspases 3
and 7 and triggers cell death independently of apical caspases 8 and 9I"l. ML240 is cytotoxic to HCT15 and
SW403 cells, with Glsgs of 0.76 and 0.5 uM after treatment for 24 h, and 0.54 and 0.5 yM after treatment for

72 h, respectively?l.

Solvent&Solubility

In Vitro:
DMSO : 12.5 mg/mL (31.53 mM; Need ultrasonic)
Ethanol : <1 mg/mL (insoluble)

H,0 : < 0.1 mg/mL (insoluble)

Solvent Mass
1mg 5mg 10 mg
Concentration

Preparing 1 mM 2.5224 mL 12.6122 mL 25.2245 mL
Stock Solutions 5 mM 0.5045 mL 2.5224 mL 5.0449 mL
10 mM 0.2522 mL 1.2612 mL 2.5224 mL
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In Vivo:
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1AE R T IINEEFA ). 10% DMSO—~40% PEG300 —~5% Tween-80 — 45% saline

Solubility: 2.5 mg/mL (6.31 mM); Suspended solution; Need ultrasonic

W7 FATERAG 2.5 mg/mL (6.31 mM)IF 2 50, Bl r T R A s v 4

B mL TAEBCAE], B 100 pl 25.0 mg/mL (177 DMSO fi##in%] 400 uL PEG300 i, JRA& 5%
i AR RN 50 pL Tween-80, WA I%); SRIG4KEEIIAN 450 uL AR ERKERE 1 mL,

2E WP IRIAEFIEAT:  10% DMSO— 90% (20% SBE-B-CD in saline)

Solubility: 2.5 mg/mL (6.31 mM); Suspended solution; Need ultrasonic
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WeTT N RS 2.5 mg/mL (6.31 mM) IS AT, B AT FH A 1 RRORI I A S
LL1mL TAERAH, B 100 uL 25.0 mg/mL ({1754 DMSO 4% ihn%] 900 uL 20% (¥ SBE-B-CD ‘&
HER AR, IRAEHE.

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

Solubility: = 2.5 mg/mL (6.31 mM); Clear solution

EJ7EAERAS 2 2.5 mg/mL (6.31 mM, HEFIEEARST) MIEIEEIL MTT SRANE TSR 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

Hela cells stably expressing ODD-luciferase are seeded onto a 96-well white solid bottom plate (5000
cells/well) and cells are grown for 16 h. Cells are treated with DMEM containing MG132 (4 uM) for 1h and
washed with 100 yL PBS twice. DMEM containing 2.5% FBS, cycloheximide (50 ug/mL) and ML240 are
added into the well. Four 96-well plates are prepared and one of the plates is taken out from incubator at
each time point (70, 90, 120, or 150 min). Luciferin (50 pL of 1 mg/mL in PBS) is added into each well
containing 50 pL of medium and incubated at room temperature with shaking at 500 rpm for 5 min.
Luminescence intensity is determined with 0.1 ms integration time on the Synergy HT Microplate

Reader([2].
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