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Figure 6 —FluxOR™ Screening Results with Hamamatsu FDSS on hERG 5.
Figure 1 —FluxOR™ Assay in BacMam Transduced U-2 OS and T-Rex™ CHO Cells 4.
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Cells are loaded with FluxOR™, a thallium
sensitive dye. During the assay, a small
amount of thallium (2 mM final) is added to the
outside of the cells with a stimulus, e.g. 10 mM
potassium for voltage gated channels or
calcium ionophore for calcium activated
potassium channels. Thallium flows into the
cells in direct proportion to the number of open
potassium channels resulting in the evolution
of a fluorescent signal. The excitation/emission
of FluxOR™ is optimal with standard FITC
(488/525 nm) filter settings on the Hamamatsu
FDSS or other HTS platform.
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U-2 OS cells transduced with BacMam hERG and hERG expressing T-Rex™ CHO cells interrogated for
activity in the FluxOR™ assay against the Tocrisscreen™ miniscreen compound library. U20S cells
(panel 1) were transduced with BacMam hERG at an MOI of 200, allowed to grow overnight and
plated at 5,000 cells per well in 384 well Greiner PDL microplates four hours prior to FluxOR™
screening. hERG T-Rex™ CHO cells (panel 2) were split into complete medium plus 1ug/mL
doxycycline in 384 microwell plates 24 hours before screening at 5,000 cells per well. The compound
library was prepared at 100uM in FluxOR™ assay buffer + 10 % DMSO and 2uL was added to 18 uL of
FluxOR dye-loaded cells for a final concentration of 10 uM and allowed to equilibrate for 30 minutes
before running the assay. Final thallium in the assay was 2 mM and potassium was 10 mM after 1:5
dilution (5 pL added to 20 uL). Final DMSO in the assay was 1%.
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reagents for assay development and full scale
screen. Similar results were obtained in parallel
screens with BacMam Kir2.1 as well as hERG T-
Rex™ 293 cells, with Z’ values better than 0.7.
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