Abstract comments:

Line 35. Please include e.g. as done for size. 
There was a misunderstanding about that line, despite the efforts to have specific molecules in order to classify if an extracellular vesicle is a microvesicle, or exosome, there is no report about this, yet. 
So, this line was rewrite, as following "

Line 41 and 42. So you are differentiating on the basis of size or protein expression? Please bring out clarity. or different protein expression is associated with different size? In the protocol the main is to differentiate on the basis of size; the protein expression is an example of how we can characterize more these extracellular vesicles.

Introduction comments:

Line 59 and 60: Please reword for clarity. Done
“Moreover, the enrichment of several molecules in the uEVs and number of these can reflect the development and/or correlate with the status of various diseases and disorders”

Line 74 and 76: Please reword for clarity. Done
“Nowadays the use of extracellular vesicles as biomarkers for many diseases has become relevant, so that the searching for different sources has been investigated, one of the most promising sources is the urine, especially for being non-invading, and easier to obtain.”
Protocol comments:

Please write steps in the order. Please be crisp with respect to the action being performed. Done

Line 99: Is this done before or after centrifugation in step 1.1? Please place the step accordingly. “Transfer the supernatant obtained in step 1.1, to a new 15 mL conical centrifuge tube, then centrifuge at 10,000 x g for 45 min at 4 °C.”

Line 100: What temp ? Store at -20°C, until use.

Line 106: This is introduced for the first time, Please include what is the significance of this protein and why it is necessary to remove this in short under this step as a NOTE. Please include relevant citation as well.
NOTE. The THP is a protein present in urine, enriched when an individual has a renal disease, it has been reported that the THP diminished the yield of uEVs, because of their binding capacity with uEVs. To remove it there is the need to use a reducing agent 3,6.
3	Pisitkun, T., Johnstone, R. & Knepper, M. A. Discovery of urinary biomarkers. Molecular & Cellular Proteomics. 5 (10), 1760-1771, doi:10.1074/mcp.R600004-MCP200, (2006).
6	Merchant, M. L., Rood, I. M., Deegens, J. K. J. & Klein, J. B. Isolation and characterization of urinary extracellular vesicles: implications for biomarker discovery. International Urology and Nephrology. 13 (12), 731-749, doi:10.1038/nrneph.2017.148, (2017).


Line 121: Please reword to bring out clarity. Supernatant from which step? “NOTE. For western blot analysis, store 200 µL of the supernatant obtained in step 1.3. labeling as “supernatant without EVs”, that will serve as negative control when searching for extracellular vesicle markers.”

Line 143: Does this mean analysis of uEVs is important before staining? What kind od analysis is performed in your case? To guarantee that we have uEVs before staining, is important to do at least one methodology, like here we do Western blot analysis, or can do electronic microscopy, or nano tracking analysis, any of these.

Line 149: So you do not check for contamination in this case? Total protein content cannot be directly used for uEVs. Please expand this part to bring out clarity. All the research groups that work with extracellular vesicles quantify the amount of protein in the extracellular vesicle fraction, and use the same protein assay kit used here.

Line 151: Which datasheet? The datasheet for the protein assay kit mentioned in the table of materials. 

Line 165: What are problem tubes? Please reword for clarity.
“The tubes depicted in table 1, tubes 4 and 5 are PBS with cocktail of all the antibodies to be used, in this protocol two problem tubes (tube 8 and 9) are given as an example, therefore this set of controls must have the combination to be used in each tube”.

Line 170: Which antibodies are used in this case, please include it here with citation? Also please include the rationale for using these antibodies somewhere either in introduction or result section. Please ensure that the dilution is included in the table of materials.
“Add the antibodies establish in the table 1, previously titrated. Incubate overnight at 4°C.
NOTE. Before staining it is recommended to centrifuge the antibodies at 4 °C at full speed for at least 5 min, to prevent the aggregates. The antibodies used here are an example of proteins present in the uEVs and belong to other manuscript in preparation.”


Line 177: Please include the reason for adding CFSE here with citation.
“NOTE: CFSE is a dye used to stain all the EVs present in a sample and to discriminate between the background noise when a flow cytometer analysis is performed. For more information go to discussion section.”
“Another critical step is the uEVs staining, with a reagent that should stain almost all the extracellular vesicles present in the sample, as reported before37-39. CFSE was then selected for this purpose. It is important to mention that the evaluation of other dyes was done, but the staining ratio was extremely deficient (Data not shown). “
37	Puzar Dominkus, P. et al. PKH26 labeling of extracellular vesicles: Characterization and cellular internalization of contaminating PKH26 nanoparticles. Biochimica et Biophysica Acta (BBA) - Biomembranes. 1860 (6), 1350-1361, doi:10.1016/j.bbamem.2018.03.013, (2018).
39	de Rond, L. et al. Comparison of Generic Fluorescent Markers for Detection of Extracellular Vesicles by Flow Cytometry. Clinical Chemistry. 64 (4), 680-689, doi:10.1373/clinchem.2017.278978, (2018).





In 3. Acquisition of uEVs using a conventional cytometer: For all the steps in this protocol please include button clicks wherever applicable. e.g., Click on the “Analyze” button to analyze the results.  

Line 196: What is being seen here. Please use scientific terms to describe what is to be observed. “Load tube number 1 (Megamix tube), depicted in table 1. Capture the beads. Create two dot plots as panel A and B of the Figure 3”.


Line 201: Please include the details. This is introduced here for the first time. 
“The Megamix fluorescent beads (beads used to delimit the sizes of 0.1, 0.3, 0.5 and 0.9 µm and create the template for sizes), can be analyzed using the FL1 (FITC) detector”.

Line 205: Figure 3 A or B? Both, the panel A of figure 3 is to localize the beads, using a dot plot of the SSC-H VS FL1 (FITC fluorescence of the bead), then once the gate was selected in this region, create a new dot plot (panel B) SSC-H VS FSC-H to appreciate the different sizes of the beads. The objective is that the person who use this protocol can replicate these images shown here.

Line 208: What is the background noise in figure 3? The background noise is depicted in panel A of figure 3, all the dots between 0 to 1000 of FL1 (y axis), note that there are outside of the created gate.

Line 213: How is this done? “Load the tubes number 2 and 5, to set the cut-off values (negative). To do this select the rectangle gate icon (localize under the dot plot created), or line gate icon (localize under the histogram created); and put it on where there is no signal. In order to obtain dot plots and histograms like in the Supplementary figure 1”.


Line 219: Which regions? How is this done? “Load the tube number 6 (autofluorescence tube), to set the negative regions for the sample. To do this select the rectangle gate icon (localize under the dot plot created), or line gate icon (localize under the histogram created); and put it on where there is no signal”.


Line 221: What are next tubes in your case? As depicted in table 1, there will be the next tubes (tubes 7 to 9). 

Line 223: Save the results? For the cytometer software use here, the command “save experiment”, refers to save the data generated. In other words, all the tubes that we charge to the flow cytometer, and the data generate for each tube, are needed to save it, and for do it is necessary to click in the “save experiment” button.

Step 4. Analysis of the data with a flow cytometer software: For this step please include all the button clicks in the software.

Line 235: Is this the file name here? Please bring out clarity. As depicted in figure 4, the name of the tube, is Megamix tube, because here we charge the tube with the Megamix beads, depicted in table 1. Is important to first stablish all the parameters to see the data generated, in other words do zoom in the data, using this tube named Megamix tube.

Line 238: What different sizes are being looked at? As depicted in figure 3 panel B so as figure 4 panel g, h and i, there are shown the different sizes (0.1, 0.3, 0.5 and 0.9 µm) that we can analyze with this protocol, so we can recreate this dot plot for all the analyzed tubes.

Line 247: What are the next steps. What is exactly being done. Please be clear and concise.
Once generated all the gates to analyze the extracellular vesicles, the next steps are analyze each tube with the samples plus antibodies, to obtain the data of percentage of extracellular vesicles, by size and by the protein expression, plus the mean fluorescence intensity, as depicted in figure 5, in all the panels.

Step 5 Analysis to have number of uEVs per sample: How is this done ? Following this sentence, there is the explanation of how to do it.

Line 266 Again please be specific with respect to the what are the next steps. The next steps are in order to obtain the number of uEVs per sample, as the step 5 is titled.

Representative results comments:

Please write this section as if you are describing the representative result for your own experiment performed using the technique presented above. 
e.g., We performed uEV isolation from 5 heathy control. CD63 expression was observed in all the cases. This is a marker for uEVs (included citation). Since it is difficult to work with urine samples (include the reasonings) total protein concentration was used as loading control. As expected, increased level of CD63 protein was observed in the uEV fractions. …etc.   

Line 299: ???. As depicted in the sentence, if there is no isolation of uEVs, there will be no signal in the protein quantification, that is the reason we write “be careful to obtain uEVs”.

Line 302: Is this blotted? What is being seen here? How do you ensure equal loading?
The supplemental figure 3 is a poly-acrylamide gel, stained with blue Coomasie, of the proteins present in all the collected fractions, depicted in the figure legend “Line 1: protein marker. Line 2: whole urine. Line 3: urine cells. Line 4: Supernatant without uEVs. Line 5 – 7 uEVS isolated with PEG 8000 in PBS. Line 5 without any reducing agent. Line 6 with DTT.  Line 7 with β-mercaptoethanol. Line 8 – 10 uEVS isolated with ultracentrifugation. Line 8 without any reducing agent. Line 9 with DTT.  Line 10 with β-mercaptoethanol”. We quantify the protein present in all the fractions with the assay protein mention in the table of materials, and this gel is only to show why we use the ultracentrifugation method with β-mercaptoethanol, instead of PEG with DTT to isolate the uEVs.
Line 309 – 311: Need clarity. What is the loading control in this case? Without control the data is of no value. For the study of extracellular vesicles the use of western blot is only to show the presence of markers of extracellular vesicles, like CD9, CD63, tsg101, etc., there are no loading control, because there are no cells, there are extracellular vesicles, and we can not control how many protein is going to be packed in the extracellular vesicle. Also, the isolation of the extracellular vesicles is for healthy urine, so to guarantee the presence of a protein in urine, is difficult.
Line 313: How is the quantification performed? As depicted in table of materials we use an assay protein kit, and we follow the instructions of the datasheet.












