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Cells are loaded with a thallium sensitive dye, and during
the assay, a small amount of thallium is added to the
outside of the cells with a stimulus. If an ion channel is
opened, thallium flows into the cell and binds to the
thallium sensitive dye, resulting in bright green
fluorescence.

2.0 mL high titer BacMam hERG (Invitrogen #B10019) and BacMam enhancer. Incubate 2 hours at RT out of the
light, gently rotating. Aspirate and replace with 10 mL complete medium and incubate overnight at 37° C, 5% CO,.

Freezing: Rinse with 5 mL divalent free PBS pH 7.4 and add 1 mL TrypLE Express (Invitrogen #12065) and
incubate at RT for ten minutes. Harvest the cells in complete medium, centrifuge, and resuspend for freezing in
aliquots at 1-2 x 10° cells per mL in Recovery Freezing Medium (Invitrogen #12648). Freeze slowly and thaw
quickly, plate minimum 2 hours before use on PDL Coated microplates. Check cell vitality if background is high.

plated at 1-2 x 106 cells per microplate and assayed with the FluxOR™ Thallium flux kit, using 10 mM added K* and
2.5 mM added TI* (final concentrations, from 1:5 dilution) as a stimulus. Drugs were prepared as 1 mM stocks in
DMSO and co-administered with the stimulus at 5x final concentration. Dose-inhibition curves of hERG activity were
defined with either the maximum dF/F (Fig 6a) or 30 — 60 second slope (Fig 6b) of the fluorescence change elicited
with stimulation, normalized against zero drug concentration. Data were acquired in 96 well plates on a
FlexStationll 384 (Molecular Devices, Sunnyvale CA) and exported to GraphPad Prism for analysis and curve fitting.
Each data point represents the mean of 6 - 12 determinations +/- SEM.
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