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/. Monitoring Released Caspase-1 Activity
Enables Multiplexing for Cell Death
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by three parameters: membrane permeability, reducing capacity, and
ATP decrease.

5. Correlation Between Caspase-1 Activity and

Cell Death in THP-1 Cells 8. Inhibiting Caspase-1 Delays Cell Death

2. Simple Method for Determining Pyroptosis

We developed a bioluminescent assay that combines a substrate for
caspase-1, Z-WEHD-aminoluciferin, with a thermostable luciferase in
an optimized lytic reagent added directly to cultured cells. This assay
can be combined with a fluorogenic, cell-impermeant DNA dye as a
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THP-1 cells (5 x 10%/well) were differentiated (20nM PMA) for 3 days
In 96-well plates. After differentiation, media was removed, DNA dye
(CellTox™ Green) was added and cells were treated with a titration of
LPS. Fluorescence was recorded after 2.5h just before adding
Caspase-Glo® 1 reagent to some of the wells. In parallel wells, the
Ac-YVAD-CHO inhibitor added to the lytic Caspase-Glo® 1 reagent
confirms the specificity of the luminescent caspase-1 signal. The LDH
reagent (CytoTox™ ONE) was added to the remaining wells and
fluorescence recorded. All luminescence and fluorescence was
recorded on a Glo-Max® unless noted otherwise.
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THP-1 cells (5 x 10%/well) were differentiated (20nM PMA) for 2 days
In a 96-well plate. After differentiation, media was removed, DNA dye
was added and cells were treated with LPS (100ng/ml), a-hemolysin
(1 ng/ml), nigericin (20uM), flagellin (1ug/ml), or a lytic control for cell
death (0.18% Triton X-100). Fluorescence was recorded over time
from the same wells. Just after the 3h read, the caspase-1 reagent
was added to some of the wells. Fluorescence was monitored in the
remaining wells out to 22h.

WWW.promega.com

Preventing pyroptosis may shift form of cell death

* Inhibiting caspase-1 in THP-1 cells treated with a pyrogen
delayed cell death but did not prevent it

« We are investigating the mechanism of this delayed cell
death
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