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K EY |: | N D | N Mitochondrial toxicity from compound exposure can be pinpointed with coordinated OCR/ECAR

analysis and mechanism of action assays.
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elucidated by measuring the effects of these compounds on ETC function in isolated mitochondria using Cayman’s MitoCheck COLOR KEY —
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.rg__ — — Compounds having a greater than 20% impact on baseline, or FCCP addition, were tagged as potential mitotoxins. Of the 150
H || [ EEEE i H compounds screened, 10 compounds exhibited characteristics associated with mitochondrial toxicity.
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10461 Paclitaxel Microtubule disruption Inhibition Yes

\l/ 10483 Erlotinib RTK inhibitor Inhibition No for HepG2

Screen for Effects on Cellular Metabolism 10793 AG-879 RTK inhibitor Uncoupling Ves
11029 SMI-4a Ser/Thr kinase inhibitor Inhibition Yes
11793 SB-505124 TGFB Ser/Thr kinase inhibitor Inhibition Yes
11811 INK128 TORC1/2 inhibitor Inhibition Yes
13031 SB-431542 ALKS inhibitor Inhibition No

et 13109 Emodin Casein kinase inhibitor Inhibition Yes
R R VR RAS e e g e 13122 CHIR99021 GSK3 inhibitor Inhibition Yes
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ata Reporting -xploring Potential Mechanisms for Toxicity

All compounds that caused inhibition did so following the addition of the uncoupler FCCP. As a protonophore, FCCP uncouples oxidative
phosphorylation, maximizing OCR, when titrated properly.? At high concentrations, FCCP is known to inhibit OCR. Because of this,
treatment of cells with compounds could potentially lower the cellular tolerance of FCCP. To determine this, FCCP titrations were
Check for Specific Effects on OXPHOS Machinery Look for Specific Effects on Mitochondrial Function performed in the presence of these compounds. Additionally, a better tolerated uncoupler, such as BAM15 (Cayman ltem No. 17811)

can be substituted. Since inhibition was not observed prior to the addition of the complex V inhibitor oligomycin, it is unlikely that
: o : these compounds inhibit complex V. Measuring the effects of these compounds on ETC function in isolated mitochondria can be

MitoCheck® Complex Activity Assays further carried out using Cayman’s MitoCheck® mitochondrial function assays in order to pinpoint the site of inhibition.

@ Complex | @ Complex II @ Complex Il Mitochondrial Inner Membrane Permeability 2. Kenwood, B.M., Weaver, J.L, Bajwa, A, et al. Identification of a novel mitochondrial uncoupler that does not depolarize the plasma membrane. Mol. Metab. 3(2), 114-123 (2013).
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Learn more about Cayman’s Cellular Metabolism services
Flow Cytometer () Fluorescence Microscope () Colorimetric Plate Reader (&) Fluorescence Plate Reader or Time-Resolved Fluorescence at WWW.Cayma nChem.COm/Cel | meta bolism
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