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INTRODUCTION

MATERIALS & METHODS

The Transcreener technology from Bellbrook labs is a
universal, high throughput biochemical assay system
based on the detection of nucleotides. Nucleotides are

•

formed by thousands of cellular enzymes, many of which
catalyze the covalent regulatory reactions that are central
to cell signalling and represent new opportunities for drug

•
•

Spark multimode reader (Tecan, Austria) with
standard fluorescence module
384-well, black low volume microplates
(Greiner Bio-One, Germany)
Transcreener ADP2 FP Assay (#3010-1K,
BellBrook Labs, USA))

discovery.
The Transcreener ADP2 FP assay is a competitive FP
assay based on the detection of ADP and is therefore

The reagents were prepared according to the
manufacturer’s instructions. Briefly, ATP/ADP standard

compatible with any enzyme class that produces ADP,
including protein, lipid, and carbohydrate kinases,
ATPases, DNA helicases, carboxylases and glutamine

curves were prepared in Greiner 384-well, low volume,
black plates (10 µl filling volume, 8-fold replicates) using
an initial ATP concentration of 1, 10 and 100 µM and the

synthetase (1). It uses a highly sensitive antibody against
ADP combined with a far red tracer to produce an
excellent signal at less than 10 % ATP consumption for a

following ATP conversions: 0, 0.5, 1, 2, 4, 6, 8, 10, 15, 20,
30, 40, 60 and 100 %. An equal volume of Transcreener
ADP2 FP detection mixture including the ADP2 antibody

broad range of initial ATP concentrations (0.1 – 1,000 µm).

and the fluorescent tracer was added, and the plate was
incubated for 1 hr at room temperature (2). The plate was
measured using the settings described in table 1.

The Transcreener ADP2 FP assay is a simple endpoint
assay. The Transcreener ADP2 detection mixture,
comprised of an ADP Alexa633 tracer bound to an ADP2
antibody is added to the enzyme reaction mix. ADP, the

Measurement parameters
Plate
Greiner96fw

invariant product generated during the enzyme reaction,
displaces the tracer. The displaced tracer freely rotates,
leading to a decrease in fluorescence polarization.

Mode

Fluorescence polarization

Excitation

Filter: 620 (10) nm

Emission

Filter: 670 (25) nm

Therefore, ADP production and enzyme activity result in a
decrease in polarization values (figure 1).

G-factor

calibrated

Flashes

30

Gain

Optimal

Mirror

Automatic

Z-position

Calculated from well

Settle time

100 ms

This technical note describes the instrument settings for
the Transcreener ADP2 FP assay on Tecan’s Spark
multimode microplate reader.
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Table 1: Instrument settings for Transcreener ADP -FP
measurements.
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Figure 1: Principle of the ADP Transcreener FP assay
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RESULTS

CONCLUSION / SUMMARY

The Spark multimode reader passed the validation criteria
for the Transcreener ADP2 FP assay. Filter-based
measurements resulted in a Z’ value of 0.75 (criterion: Z’

Tecan’s Spark multimode microplate reader with filters has
been successfully validated for the Transcreener ADP2 FP
assay by BellBrook Labs.

value ≥ 0.70 for 10 % conversion at 10 µM ATP) and an
assay window > 188 mP for the three standard curves
(criterion: assay window > 175 mP). In figure 2, ATP/ADP
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ABBREVIATIONS
ADP

adenosine diphosphate

ATP
FP

adenosine trisphosphate
fluorescence polarization
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Figure 2: ATP/ADP standard curve with 1, 10 and 100 µM ATP at
different rates of conversion.
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