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in a number of different cell types. E
Assay Principle

The reaction is catalyzed by the enzyme luciferase obtained
from the firefly [Photinus pyralis). The MgATPZ" converts the
luciferin into a form which is capable of being catalytically
oxidized by the luciferase in a high quantum yield
chemiluminescent reaction, according to the following
equation:

ATP + D-Luciferin + 0, _luciferase
Oxyluciferin + AMP + PPi + Light

Under optimum conditions, light intensity is lineary related to ATP concentration. Cellular ATP
can be measured by direct lysis of the cells with suitable detergent, the released ATP is then free
to react with the luciferin-luciferase and leading to light emission at 562 nm

In this study ATP bioluminescence was used to determine whether there is a linear relationship
between the number of HaCaT cells present in the culture and measured luminescence. It was
attempted to use ATP-bioluminescence as a measure of proliferation and/or cell cytotoxicity

depending of two different substances and avoid the use of radio-isotopes. These investigations
have been carried out using the keratinocyte cell line HaCaT.
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Prchled rychljch metod stanoveni mikroorganismi: biochemicke, imunochemické, fyzikalni metody
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Princip: detekce Urovné pfitomnosti ATP (imérna piitomnosti mikroorganismd Ci
produktovych residui)

V pfitomnosti ATP a kysliku katalyzuje enzym luciferaza pfeménu d-luciferinu na oxyluciferin
za vyzateni svétla o vinové délce 560 nm

ATP bioluminiscence
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