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Supplementary figures
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Supplementary figure 1: (a) Representative lateral (upper panel) and axial (lower

panel) confocal measurements of 0.2 um microspheres with excitation at 435 nm



and emission at 485 nm with Gaussian fits (black solid lines) to data points (open

circles) from line profiles of the images. Scale bar 0.5 pm.
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Supplementary figure 2

Fluorescence intensity and representative fluorescence decays (5x5 pixels) from
HelLa cells expressing empty vector mTurg2 (Upper Panel) and mTurg2-Epacl-

tdDVenus (lower Panel). Scale bar 5 um.



Supplementary Movie Captions

Supplementary movie 1: FLIM images from a monoexponential fit (5x5 pixel
binning) and phasor plots for a Hela cell expressing empty vector mTurg2 measured
for 10 frames (acquisition time 2 s/frame) prior to addition of forskolin (25 pM) and

IBMX (100 pM). Scale bar 5 um.

Supplementary movie 2: FLIM images from a monoexponential fit (5x5 pixel
binning) and phasor plots for a Hela cell expressing empty vector mTurq2 measured
for 45 frames (acquisition time 2 s/frame) following the addition of forskolin (25 pM)

and IBMX (100 pM). Scale bar 5 pm.

Supplementary movie 3: Intensity, phasor plots and images of the fractional
contribution, f1, of the open “activated” biosensor from tri-exponential fits to the FLIM
data (7x7 pixel binning) for a Hela cell expressing mTurqg2-Epacl-tdDVenus
measured for 20 frames (acquisition time 2 s/frame) prior to addition of forskolin (25

MM) and IBMX (100 uM). Scale bar 5 pum.

Supplementary movie 4: Intensity, phasor plots and Images of the fractional
contribution, f1, of the open “activated” biosensor from tri-exponential fits to the FLIM
data (7x7 pixel binning) for a Hela cell expressing mTurg2-Epacl-tdDVenus
measured for 70 frames (acquisition time 2 s/frame) following the addition of

forskolin (25 uM) and IBMX (100 uM). Scale bar 5 pm.



