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Disclaimer

DISCLAIMER - FOR INFORMATIONAL PURPOSES ONLY; USE AT YOUR OWN RISK

The protocol content here is for informational purposes only and does not constitute legal, medical, clinical,
or safety advice, or otherwise; content added to protocols.io is not peer reviewed and may not have
undergone a formal approval of any kind. Information presented in this protocol should not substitute for
independent professional judgment, advice, diagnosis, or treatment. Any action you take or refrain from
taking using or relying upon the information presented here is strictly at your own risk. You agree that
neither the Company nor any of the authors, contributors, administrators, or anyone else associated with

protocols.io, can be held responsible for your use of the information contained in or linked to this protocol
or any of our Sites/Apps and Services.

Abstract

The Caspase-Glo 3/7 Assay is a homogeneous, luminescent assay that measures caspase-3 and -7 activities. The
assay provides a luminogenic caspase-3/7 substrate, which contains the tetrapeptide sequence DEVD, in a

reagent optimized for caspase activity, luciferase activity and cell lysis. Luminescence is proportional to the
amount of caspase activity present.

Materials

e multichannel pipette or automated pipetting station
« plate shaker for mixing multiwell plates
« luminometer capable of reading multiwell plates
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Before start
The Caspase Glo 3/7 Assay was acquired from Promega (Madison, USA).

1. Equilibrate the Caspase-Glo ® 3/7 Buffer and lyophilized Caspase-Glo® 3/7 Substrate to room temperature
before use.

2. Transfer the contents of the Caspase-Glo® 3/7 Buffer bottle into the amber bottle containing Caspase-Glo®
3/7

Substrate. Mix by swirling or inverting the contents until the substrate is thoroughly dissolved to form the
Caspase-Glo® 3/7 Reagent.

Storage: The reconstituted Caspase—GIo® 3/7 Reagent may be stored at 4°C for up to 3 days with no loss of
activity compared to that of freshly prepared reagent. Reconstituted reagent stored at 4°C for 1 week will give a
signal approximately 90% of that obtained with freshly prepared reagent, while reconstituted reagent stored at
4°C for 4 weeks will give a signal approximately 75% of that obtained with freshly prepared reagent.
Reconstituted reagent that has been refrozen and stored at —20°C for 1 week will give a signal approximately 75%
of that of freshly prepared reagent, and refrozen reagent stored at —20°C for 4 weeks will give a signal
approximately 60% of that of freshly prepared reagent.
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Reagent Preparation

1

11

1.2

1.3

Equilibrate the Caspase-Glo 3/7 Buffer and lyophilized Caspase-Glo 3/7 Substrate to
room temperature before use.

Transfer the contents of the Caspase-Glo 3/7 Buffer bottle into the amber bottle
containing Caspase-Glo 3/7 Substrate. Mix by swirling or inverting the contents until the
substrate is thoroughly dissolved to form the Caspase-Glo 3/7 Reagent.

Detection of Caspase-3 and -7 Activities

2

2.1

2.2

2.3

2.4

2.5

Prepare and mix all reagents thoroughly before use according to instructions. Each
unknown sample should be assayed in duplicate or triplicate.

Remove the media from all wells and discard.

Mix 1:1 ratio Caspase-Glo 3/7 Reagent volume to medium and add 100pL of the mix in
each well. Incubate for 3h at 37°C in the incubator.

Measure the luminescence of each sample in a plate-reading luminometer as directed by
the luminometer
manufacturer.

Normalize Caspase 3/7 enzymatic activity to total protein concentrations.

Total protein concentration

3
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3.1  Total protein concentrations was measured by Qubit Protein Assay Kit (ThermoFisher, f’o{
Massachusetts USA) using the Qubit 4 Fluorometer (Thermo Fisher Scientific,
Massachusetts USA).
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