Experimental parameters for an efficient recording
of membrane potential and calcium activitfrom
hiPSderived cardiomyocytes in 96 wells

Hamamatsu 3 FDSS Workshop on 8th June 2016
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Parallel recording of voltage and calcium signals
FluoVoltdye

. Cellular density (cells/well)
FluoVoltconcentration

FluoVoltToxicity

. Washedout calcium dyes
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Experimentalparametersfor an efficientrecordingof membranepotential IR RSN R}
and calciumactivity from hiPSderived cardiomyocytes in 9évells

1. Paralellrecordingof voltage and calciunsignals
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1. Paralellrecordingof voltage and calciunsignals
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Experimentalparametersfor an efficientrecordingof membranepotential HRu RS RN R A
and calciumactivity from hiPSderived cardiomyocytes in 9avells _

1. Paralellrecordingof voltage and calciunsignals

Phase 1 and 3alteration
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1. Paralellrecordingof voltage and calciunsignals
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1. Paralellrecordingof voltage and calciunsignals
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2. FluoVoltDye

Electrochromic Photo-inducedelectrontransfer
Di-4-ANEPPS
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Shift of the excitatiorémissionspectra Modulation of theelectrontransferrate
DF/F° 6-10 % per 100 mV DF/F° 20-25 % per 100 mV
Rapidphototoxicity ?

FromMiller et al., PNA3012 109 (6) : 21142119
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2. FluoVoltDye

Electrochromic Photo-inducedelectrontransfer
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2. FluoVoltDye

Electrochromic Photo-inducedelectrontransfer
Di-4-ANEPPS EluoVolt
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2. FluoVoltDye

Electrochromic Photo-inducedelectrontransfer
Di-4-ANEPPS FluoVolt
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2. FluoVoltDye

96 wells

Experimentalmedia: HBSS + 2aM Hepes pH 7.4with NaOH
(serumfree, phenolred-free)

Temp 37°C
Loadingtime: 15 mn (50 pl, 37C)
Rincedtwice (2 x 100 pl)

Samplingnterval: 16 ms
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3. Cellulardensity (celld well)
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densities
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3. Cellulardensity (celld well)
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3. Cellulardensity (celld well)
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4. FluoVoltconcentration
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5. FluoVolttoxicity
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6. Washedout calciumdyes

For aneasyto operateassaythe sameprotocol asFluoVoltis expected

96 wells

Experimentaimedia: HBSS + 20M Hepes pH 7.4with NaOH
Temp 37°C

Loadingtime: 15 mn (50 pl, 37C)  Oregdeégreen
Rincedtwice (2 x 100 pl) Dyeextrusion

Samplingnterval: 16 ms
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6. Washedout calciumdyes

Fluo4

(Molecularprobes)
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