Editorial comments:

The manuscript has been modified and the updated manuscript, 59387_R2.docx, is attached and located in your Editorial Manager account. Please use the updated version to make your revisions. 
1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.
We have proofread the manuscript.

2. A custom-written software in MATLAB is used in this step. Can you provide access to the software in the manuscript? Please provide screenshots of the software usage as supplementary files to help readers to follow the protocol.
We have uploaded the files to GitHub for access to all software and updated the statement in the Note at the beginning of section 1: 

“All software for image acquisition and data processing described in this article is available at: https://github.com/GahlmannLab2014/Single-Molecule-Tracking-Analysis.git ”

The final versions of the software will be updated in the coming days. We need to add statements on licensing, etc.

[bookmark: _GoBack]We have provided supplementary screenshots for several steps of the data acquisition and analysis that have user interfaces, namely steps 1.7, 4.1, 5.2, 5.3.1, 5.3.3, and 5.3.5. We have also added supplemental figure descriptions for these. However, several of the steps that describe custom-written software are simply scripts that run without user interfaces or displays.

3. Step: 1.16.7: Please ensure that all text is written in the imperative tense.
This is something that the program automatically performs, not the researcher. Therefore, instead of performing a step, this statement has been added to the note below.

4. 4.2.7: Please ensure that all text is written in the imperative tense.
Again, this step is something that the program performs, not the researcher. Instead of performing a step, this step has been changed to a note.


5. 4.3.4: Please ensure that all text is written in the imperative tense.
Again, this step is something that the program performs, not the researcher. Instead of performing a step, this step has been changed to a note.


6. 4.4.2: Please ensure that all text is written in the imperative tense.
Again, this step is something that the program performs, not the researcher. Instead of performing a step, this step has been changed to a note.

We note that we have kept this step highlighted, even though it is now a note. There is a window that is displayed on screen showing the fit localizations as the program analyzes each camera frame. We believe this would be a valuable addition to the video.


7. 4.5.2: Please ensure that all text is written in the imperative tense.
This step has been changed to: 

“Click ‘OK’ in the following three windows to perform an interpolation of the fiducial X,Y, and Z positions over time. In most cases, the default options are sufficient. If the black interpolated line does not reflect a reasonable interpolation of the red position line, change the interpolation parameters in the pop-up window.”
Note: The interpolated line is used for stage-drift correcting the single-molecule localizations.

8. 4.5.4: Please ensure that all text is written in the imperative tense.
The step has been updated to: “In the following two pop-up windows, change the filter values to allow for stricter or more lenient single-molecule localization requirements, then click ‘OK’.”

