We would like to thank the editor again for the comments on the manuscript. Below we address the new comments:

Line 65. I have made some edits for clarity and structure to meet jove’s style requirements.

We thank the editor.

Line 90.  Editor: This step is confusing. Please restructure for clarity and avoid the numbering within the step.

We rewrote the step to clear any confusion.

Line 100. Editor: I’ve adjusted non-imperative voice content into notes that are not filmable. If you prefer to film these details, please re-write in imperative voice.

This is a note, we will not film it.

Add to the table of materials with RRIDs 

Antibody was added with RRID. 

Line 152. Editor: define

We defined GMPCCP.

what is the diluent? What is the suspension concentration? How much of the sample is flowed in?

We added missing information.

add to the table of materials

We added the microtubules to table of materials.

perfusion?

We fixed the typo. 

Line 159. Editor: Unclear. What is the frame rate? What is the shutter speed?

We added the exposure time (shutter time).   

Line 162. Editor: At what frame rate?

We added the frame rate.

Line 170. Editor: This is only if tilt cannot be avoided correct?

We rewrote the sentence to clarify that the reader can jump to section 6 if she/he would like to process and analyze the images.

Line 176. Editor: what is the diluent? What is the suspension concentration? How much of the sample is flowed in? mention size and other specifications of microtubules if relevant

We added missing information.

mention any imaging settings used.

We pointed out that observing the microtubule binding is done while streaming.

Line 184. Editor: What is the suspension concentration? What is the diluent?

We added missing information.

define

We defined GTP

define

We defined DTT

mention button clicks and software selections to set this up.

As software interface will vary from setup to setup we include the acquisition parameters that are necessary for setting the time-lapse regardless of what software used. In addition, this step is going to be filmed which will cover the clicks for the software we used. 

[bookmark: _GoBack]Line 189. Editor: Fig 4 is called out before figure 2 and 3, please reorder.

We fixed ordering problem.

Line 237. Editor: Add to the table of materials if commercially acquired. If synthesized in house please cite a reference. Please mention the fluorescent entity and microtubule used (mention size and other specifications if relevant).

The choice of what labeled microtubules to use is up to the reader. We added a note and a refence for the labeling method that we used in this protocol.	

Line 240. Editor: Mention fluorescence excitation and emission filter settings. 

Please cite the steps where you have described this or cite references to previous publications.

The excitation and emission of the fluorophore were noted in the step before. We added references to IRM and DIC imaging of microtubules.

Line 247 Editor: Manually? If using software please provide button clicks and menu selections.

Yes, manually as will be shown in the video.

Laser intensity?

There are no lasers used. When lasers are used, they are combined with point scanning and the technique is called interferometric scattering (iSCAT) or reflective confocal microscopy. In addition, as mentioned in the same step, the illumination needs to be adjusted to nearly saturate the camera dynamic range. Thus there is no preset value for illumination intensity. 

Add the camera you used to the table of materials.

We added the camera to the table of materials.

Line 305. Editor: Remove the product name from here and add to the table of materials.

We removed the product name.

Line 341. Editor: Add to the table of materials.

We added the tracking software to the table of material.
