Changes made after the editorial revision:

We included an additional figure (figure 1) that shows a screen shot of the FLIMfit software.

Here, we list the main 6 comments/questions form the editorial revision and our response. You can find those also in the manuscript (where the track changes are visible).

1. 
[bookmark: _GoBack]Editorial comment:

How do you set acquisition? Should not this be done before you start acquisition?


Response from authors:

No, because FLIM is started first, then we check that the emission is low enough to not produce photon pile-up and high enough to give a good result, after that the recording is started. All photons acquired before starting the recording are omitted.



2.
Editorial comment:

Please include experimental details in the actual step.


Response from authors:

In the menu bar, select the tab to set the acquisition parameters. Select ‘scan sync in’ to allow for single photon detection.  Set the acquisition to  a fixed amount of time or a fixed number of photons. For example, acquire a lifetime decay curve for 2 min or until a single pixel reaches a photon count of 2,000 single events. Press Start to begin acquisition


3.
Editorial comment:

Is this correct? (referring to filters)


Response from authors:

Yes, for the YFP set up the filters were not ideal, so these were the ones used


4.
Editorial comment:

Please specify the parameter corresponding the laser used here.


Response from authors:

Input the repetition rate, in MHz, of the laser utilised during acquisition. For the current protocol, different lasers were utilised with various repetition rates. The two photon laser used for acquisition of CFP lifetimes possesses a repetition rate of 80 MHz, for YFP the laser repeats at 40 MHz, and for mRFP the value is 78.01 MHz. These values were inputted into FLIMfit according to the sample analysed.



5. 
Editorial comment:

Which one is selected? Pixel-wise, image-wise, or global-wise?

Response from authors:

On the Lifetime tab, select a global fitting to be used. In the present protocol a pixel-wise fitting was selected. (Fig.1 Arrow‑4) 


6. 
Editorial comment:

Is a window popped up showing the chi2 and tau_1 values?

Response from authors:

It is a tab, that is existing before, but gets enriched with data after ‘Fit Dataset’ operation has been done.

