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Automation Workflow for FluoForte™ Assay Kit on the Synergy FluoForte™ Reagent is Brighter than Fluo-4 AM Dye
Mx Instrument
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com mOnly used Fluo-3 or Fluo-4 dyeS. Intracellular calcium bmdmg M.  vility to dispense FIGURE 6: Comparison of FluoForte™ & Fluo-4 dye-based detection of intracellular calcium mobilization in CHO-K1

. . . i and read Kinetic e cells. CHO cells were seeded overnight at 40,000 cells per 100 pL per well in a 96-well black wall/clear bottom plate.
to the fluorescent probe is readily measured using a fluorescence parameters from | [ o c— The cells were incubated with 100 pL of 4 M Fluo-4 or FluoForte™ dye. ATP (20 pl/well) was added using a BioTek
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assay workflow results in low sample-to-sample variability and
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FIGURE 7: ATP dose response curves in CHO-K1 cells, expressing P2Y endogenous receptors: CHO cells were seeded
overnight at 40,000 cells per 100 pL per well in a 96-well black wall/clear bottom microplate. The cells were incubated
with 100 pL of 4 pM FluoForte™ reagent or Fluo-4-AM dye for 1 hour at 37°C. ATP (20 pL/well) was added using a
BioTek two syringe pump dispenser to achieve the final indicated concentrations. No significant difference in EC, of
ATP for FluoForte™ and Fluo-4 AM dyes was observed. FluoForte™ reagent generated much higher intensity signal,
higher Z’ factor value and larger assay window.
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The calcium ion is an important second messenger involved in

many physiological and signaling processes within cells. Fluo-3 and
Fluo-4 dyeS dale W|de|y used calcium ion indicators for in-cell FIGURE 2: Hela cells were seeded overnight at 40,000 cells per 100 L per well in a 96-well black wall/clear bottom FluoForte™ Reagent Provides Similar EC_._Values, Plus Brighter
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Slgnallng N h |gh'th rOUthUt screeni ﬂg appl ICatIO 1S. HOWGVBI’ t'lell’ immediately imaged with a fluorescence microscope (Carl Zeiss, Inc) using a FITC filter set. . Endogenous Histamine H1Response in Hela Cells
relatively weak fluorescence signals have limited their application in
some challenging cell lines and with certain membrane receptors. -
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that is retained within the cells. The fluorescence intensity of the i ECs= 0.152 uM seeded overnight at 40,000 cells per 100 L per well in a 96-well black wall/clear bottom microplate. () The cells
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stimulated with active screening com pOUﬂdS, the GPCR-mediated Carbachol (uM) intensity signal and a larger assay window.
signals release stores of intracellular calcium, which lead to greatly
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For the automated protocol, cell media was aspirated and 100 pL of working FluoForte™ reagent was added using a
The Synergy Mx instrument (B|0Tek |nstrument3) iS a mu|tifuncti0na| BioTek EL406 Washer Dispenser. The media for all 96- well plates was aspirated using the washer manifold and 100
UL of reagent was immediately added using the peristaltic pump. The plate was then allowed to incubate for 60 min
m |Cr0p|ate reader W|th ||qu|d hand“ng and kmet'C ﬂuorescent readmg at 37°C. Carbachol (20 pL/well) was subsequently added using a BioTek two syringe pump dispenser to achieve the

final indicated concentrations. High Z’ factor value and large assay window is observed.

capability. This study validates the instrument as a low-cost platform
for performing cell-based, fast-kinetic assays, such as intracellular
calcium mobilization measurements with FluoForte™ reagent.

The Automated Assay Provides Similar Performance as the The BioTek Synergy Mx microplate reader provides a cost effective

The instrument provides a unique pipetting system that facilitates Manual Assay system to perform fast Kkinetic, cell-based assays, such as the
addition of small amounts of agonist or antagonist (<10 pL) to cells, FluoForte ™ calcium mobilization assay. The system’s unique pipeting
followed by instantaneous reading. Thus the Synergy Mx instrument , aoonoy el system allows for instantaneous reading upon agonist stimulation.
and FluoForte™ dye, when combined, provide a robust platform for
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o it e Cell Loading with FIquoEteT'V' Reagent can be Performed at
Room Temperature or 37°C The Synergy Mx instrument, in combination with the FluoForte™
e e e e e | 7 Calcium Assay Kit, offers researchers an integrated instrument-
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FIGURE 5: Time course study of FluoForte™ detection of intracellular calcium mobilization in CHO-K1 cells. CHO cells
were seeded overnight at 40,000 cells per 100 pL per well in a 96-well black wall/clear bottom plate. The cells were

incubated with 100 pL of 4 pM FluoForte™ reagent for 15-45 min at room temperature or 60 min at 37°C. ATP (20

uL/well) was added using a BioTek two syringe pump dispenser to achieve a final concentration of 400 nM. i
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