Cell Proliferation

Utilizing the Premixed WST-1 Cell Proliferation Reagent
to Avoid Off-Target Effects of RNAI
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J& 1. Chemical structure and cleavage of the tetrazolium salt WST-1 to for-
mazan. Once in the interior of active cells, WST-1 is reduced by mitochondrial succi-
nate—tetrazolium reductase to produce the colorimetrically differentiated formazan prod—
uct, EC = electron coupling reagent. RS = mitochondrial succinate-tetrazolium reductase
system
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J8 2. Luciferase reporter system for assaying RNAi activity. The reporter was
constructed by fusing HCV sequences (~100 nucleotides of contiguous viral sequence)
downstream of the luciferase reading frame but upstream of the poly A sequence.
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Z1% 3. Ability of WST-1 reagent to detect differences in proliferating cells. Huh-
7 cells were plated at differential densities and allowed to grow for an additional 72 hr pri-
or to performing the WST-1 assay. Measurements are the averages of n = 4 independent
samples * standard deviation.
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3 4. Assessment of nonspecific siRNA toxicity using WST-1. Panel A. Inhibition
of specific luciferase-HCV reporter plasmid activity in Huh-7 cells 72 hr after cotransfec—
tion with the cognate SiRNA (n = 4 independent transfections). The data were normalized
for transfection efficiency by inclusion of a second expression plasmid encoding Renilla
luciferase in the transfection mixture. Inhibitory activity was calculated based on com—
parisons of parallel transfections that utilized a nonspecific control siRNA. The data are
represented as the mean inhibition of luciferase activity relative to the nonspecific SIRNA
control + standard deviation. Panel B, Assessment of the effects of the siRNA on cellular
proliferation by the WST-1 assay. Absorbance readings were normalized to cells that had
been transfected with the nonspecific control SiRNA (n = 4 independent transfections).
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Code HEH 2
630118 Premixed WST—1 Cell Proliferation Reagent 2,500 rxns
631726 Ready—To—Glow Secreted Luciferase Reporter Assay 100 3|
631727 Ready—To—Glow Secreted Luciferase Reporter Assay 500 3
631728 Ready—To—Glow Secreted Luciferase Reporter Assay 1,000 3

631729 Ready—To—Glow Secreted Luciferase pMetLuc Vector Kit 1 kit
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