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Introduction

Multiplexed Cytotoxicity Assay

Cells were treated in 96-well plates for 24 hours, then stained for mitochondrial membrane potential
(JC-10), cell death (Sytox Green) and total cell number (Hoechst) by co-incubating dyes for 30 minutes
and imaged using GE IN Cell Analyzer 2000. Images were analyzed using the Multi-Target Analysis
Module from IN Cell Investigator v2.0 (GE Healthcare).

Expression in Human Cardiom tes

Cells were lysed directly in plates using either RIPA buffer supplemented with 0.5% SDS, phosphatase and
protease inhibitors, or M-PER lysis buffer (Pierce) supplemented with phosphatase and protease inhibitors.
Following electrophoresis, protein was transferred to a nitrocellulose membrane. Membranes were imaged
using the Odyssey Infrared Imaging System (LI-COR). Relative intensities of protein bands were quantified

Cardiotoxicity Is a significant concern for anticancer therapeutics. “On-target”
toxicity may occur if a drug target that regulates cancer growth also plays an
important role in regulating normal cardiac function. We are characterizing iCell®
human cardiomyocytes (derived from induced pluripotent stem cells) for their
utility in elucidating mechanisms of cardiac toxicity associated with anticancer
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Cell Culture
IPS cell-derived human cardiomyocytes (Cellular Dynamics International) were
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thawed, plated and maintained per the manufacturer’s instructions; viable cells 200 - - . Wreri i 1t e Sytox Green Imaging
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were used for detection in western blots.
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0.1 pM co-incubated with JC-10 dye and Hoechst 33258 nuclear dye (Enzo Media was collected from treated cell cultures; centrifuged to remove dead cells/debris; supernatant transferred
_ife Sciences) at 4 pg/mi to 96-well MSD® cTnl and cTnT assay plates for analysis according to manutacturer’s instructions using the  Treatment with ErbB or endothelin receptor ligands activates Erk1/2 and AKT
® Human cardiac troponin | and T assay kits were purchased from Meso Scale \I\lﬂviﬁ(feiiﬁt%r é@f?v%g:fooo' Concentrations of released troponins determined using MSD® Discovery signaling pathways in this cell model.
Seovery® » Selected anticancer agents induce cell death that is associated with disruption
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nathways) — 100, 250, or 500 nM for 10, 20, or 30 minutes E o risk of cardiotoxicity associated with anticancer therapeutic agents.
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Akt signaling pathways) — 20 or 50 ng/ml for 10, 20, or 30 minutes |
® Doxorubicin (Enzo Life Sciences), Staurosporine (Sigma), Sorafenib (LC 1’°° o
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