Responses to Reviewers:

The authors thank the reviewers and editorial staff for their time and efforts spent reviewing this manuscript. Following each comment reproduced below is our response detailing the corresponding change in the text of the manuscript. Changes in the manuscript document itself are marked by the track changes function. 

Editorial Comments

1) Please obtain explicit copyright permission to reuse any figures from a previous publication.
Explicit permission can be expressed in the form of a letter from the editor or a link to the editorial
policy that allows re‑prints. Please upload this information as a .doc or .docx file to your Editorial
Manager account. The Figure must be cited appropriately in the Figure Legend, i.e. “This figure has
been modified from [citation].” 

Figures 6,5,3, and 1 have been adapted in whole or in part from two previous publications in Blood. All figure legends now reflect proper attribution as requested. See below for a link to Blood’s republication policies. Specifically, under the subheading “Authors reusing their own material”:

“Specific examples of acceptable author reuse and sharing include…
Reusing figures and tables created by the author in future works”

http://www.bloodjournal.org/page/rights-permissions


2) Authors and affiliations: Please provide an email address for each author.

Email addresses for each author are included in the editorial manager for this manuscript, and the corresponding author’s email is included in the text of this manuscript.

3) Please define all abbreviations (PGE, etc.) before use.

The requested changes have been made.

4) Please abbreviate liters to L (L, mL, μL) to avoid confusion.

The requested changes have been made. 

5) Please revise the Protocol text to avoid the use of any personal pronouns (e.g., "we", "you", "our"
etc.).

Thank you for catching this error. The protocol has been revised accordingly.

6) Please add more details to your protocol steps. There should be enough detail in each step to
supplement the actions seen in the video so that viewers can easily replicate the protocol. Please
ensure you answer the “how” question, i.e., how is the step performed? Alternatively, add
references to published material specifying how to perform the protocol action. See examples
below.

The authors appreciate the provided editorial guidance on this matter. We have updated the protocol at several steps, reflected in the edited manuscript. Some specific changes per editorial suggestions:

     1.1: What volume of blood is drawn?

The volume of blood drawn is dependent on the amount of PRP that individuals performing this protocol would require. This, in turn, is dependent on how many conditions they wish to include in their iteration of the protocol. Step 1.1 has been updated with some guidance on how to determine the amount of blood required.

     1.3: How is the top layer isolated?

Some detail on the pipetting of the top layer has been added.

     1.4: How to wash platelets in saline? Please provide the composition of Tyrodes buffer. If it is
purchased, please cite the Table of Materials.

A washing scheme has been added, along with the composition of Tyrodes buffer and PIPES buffered saline, both of which can be made in-house.

     1.5: How is the PPP obtained? It is not mentioned in previous steps.

Source of the PPP has been added to the materials table

     2.1: Please specify the antibody or ligand added.

In this case the antibody or ligand added is the variable in the assay. This technique assesses the effect of shear on ligand-receptor pairs in solution. If the ligand is specified, then the technique is no longer generalizable to anything but the receptor-ligand pair our group has decided to investigate.

     2.4: Please provide some guidance on an appropriate rate and duration.

Some rate and duration suggestions which are appropriate for human platelets have been added to this step.

     2.6: Please provide examples on the markers that can be used.

Unless there is some confusion regarding this comment, this step already includes three suggested markers, their targets, and suggested concentrations. 

     2.7: At what temperature and for how long are the samples fixed?

These parameters have been updated.

     3.3 Please describe how to quantitate crosslinking by area and aspect ratio parameters.

A brief description of the flow cytometry analysis has been added to this step

7) JoVE articles are focused on the methods and the protocol, thus the discussion should be
similarly focused. Please revise the Discussion to explicitly cover the following in detail in 3‑6
paragraphs with citations:
a) Critical steps within the protocol
b) Any modifications and troubleshooting of the technique
c) Any limitations of the technique
d) The significance with respect to existing methods
e) Any future applications of the technique

We have removed some of the discussion relating specifically to the findings from the assay as we have applied it in the past. We include a discussion of some critical steps and which steps to take special care during. 

We have also added a few suggestions for what type of questions this technique could answer in the future, in addition to the discussion at the end of the first paragraph of the discussion. We have also added a paragraph regarding the significance with regard to other techniques and likewise, the limitations of the technique. 

8) Figures 2‑4: Please add uppercase letters as labels to different panels.
The requested change has been made in our figure files.

9) Figures 2‑4, Figure 6: Please define error bars in the figure legend.

Thank you to the editor for noticing. Error bars have been defined in the legend.

10) Table of Materials: Please ensure that it has information on all relevant supplies, reagents,
equipment and software used, especially those mentioned in the Protocol. Please sort the items in
alphabetical order according to the name of material/equipment.

The table has been updated and alphabetized

[bookmark: _GoBack]11) References: Please do not abbreviate journal titles.

All journal titles in references have been expanded from their original abbreviations. 
Note: The endnote style file on JoVE’s website automatically formats citations with journal titles abbreviated

Reviewer 1 Comments

The authors thank reviewer 1 for his/her reading of the manuscript and characterization of our work as valuable and of interest to a broad audience. 

Reviewer 2 Comments

The authors thank reviewer 2 for his/her reading of the manuscript and useful insights to improve the clarity of our methodology. Please see below for our specific responses to reviewer 2’s comments.

1) Better description of methodology would improve ability to apply. Most of these are around the
process of PRP isolation.

Step 1.1 Please define the gauge of needle recommended in this step. It is in the discussion, but not
the cookbook.

We have added some clarifying guidance regarding the gauge of needle required for this step.

Step 1.3 Please provide better definition of the "top" layer Presumably, the cloudy suspension
above the RBC pellet

Thank you for this advice. Both step 1.3 and 1.2 have been edited to make it clearer which layer is to be isolated

Step 1.4 Define the centrifugation conditions to pellet platelets

We have added some brief instruction on how to wash platelets to this step.

Step 1.5 How does one prepare platelet poor plasma (PPP)?

PPP can be prepared by centrifuging PRP at 1900 for 8-10 minutes, until platelets pellet out, which can be confirmed via hematocrit. However, it is also fairly cost effective to purchase pooled human PPP. We have therefore added pooled human PPP to the materials list for this manuscript. 

2) How long can platelets sit before analyzing?

Once fixed, platelets can be analyzed right away or else they can be stored overnight at 4 degrees. This is indicated in step 2.7. Prior to fixation platelets can be kept at room temperature for 6 hours on a rotisserie. A note about this has also been added to the discussion. The authors thank reviewer 2 for underscoring this important factor in working with platelets.

3) Step 2.6 Why 20 minutes? Can this be shorter/longer?

20 minutes is just a suggestion. In our hands 20 minutes usually is long enough for robust staining, and short enough for the negative control to remain dim. Of course, this period can be shortened or lengthened based on which markers the practitioner is using. 

4) Check spelling of "brake" versus "brake" in the discussion.

The authors thank reviewer 2 for catching our mistake in usage even as (s)he fell victim to an adjacent error.
