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Quick Reference for Confocal Time-Resolved Microscopy (FLIM, FRET, FCS)
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Time-Correlated Single Photon Counting (TCSPC) Fitting Fluorescence Decays Fluorescence Correlation Spectroscopy (FCS) and Diffusion
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Time Tagged Time-Resolved (TTTR) Data Acquisition Forster Resonance Energy Transfer (FRET)
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marker (M) o ATTO 425 Fluorophore | Max. excitation A Max. emission | Molar absorption | Quantum | Lifetime

exc. Rh6G [nm] [nm] coefficient cm M]" | yield [ns]
em. ATTO 425

o derer [ em. RN6G ATTO 425 | 436 484 45000 0.9 3.6
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medium FRET ' Rhodamine 123 530
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— SPCM-AQRH SPAD 40 PMA 192 Wavelength [nm] Wavelength [nm] > Time [ns] Atto488-carboxylic acid 523 4.1
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20 Toa lifetime of the donor in the presence of the acceptor
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500 ' For more details please see our Technical Note on “Absolute Diffusion Coefficients: Compilation of Reference Data for FCS Calibration” available for download
on our website.

Detection efficiency [%]
Detection efficiency [%]

600. 800 1000 I 460 | 660 . . .
Wavelength [nm] Wavelength [nm] Determination of donor species

Fraction of

PMA Series PMA Hybrid Series SPCM-AQRH PDM Series FRET-active donors
Type PMT Hybrid PMT SPAD SPAD Fit of ”'expone”:a' decay Ay FRET Apy = AA+1A
Timing resolution (detector FWHM)| < 180 ps <50 to < 140 ps <200 to < 600 ps | < 50 to < 250 ps Fluor(t) = Z Ao g o
Max. detection efficiency 40 % at 400 nm* |45 % at 500 nm* 70 % at 700 nm |49 % at 550 nm

Spectral range 185 - 920 nm 220 - 890 nm 400 - 1100 nm 400 - 1100 nm R s casen < 2
Diameter of active area 8 mm 3,50r6 mm 180 um 20, 50 or 100 pm Time [ns] Time [ns]

* model dependent, see detection efficiency curves above
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