Dear Aleksandra Jachtorowicz,
[bookmark: _GoBack]Please find enclosed our manuscript entitled "Techniques for the Analysis of Extracellular Vesicles using Flow Cytometry” for consideration for publication in the Journal of Visualized Experiments. Analyzing EVs using flow cytometry (FCM) is challenging due to their small size.  There is no one-size-fits-all protocol, and several aspects must be considered when determining the most appropriate method to use. Specialized isolation methods and lengthy washing procedures are normally required to detect them on a flow cytometer. We developed two protocols using a series of optimization techniques that are capable of analyzing a wide variety of EV samples. The first protocol uses an individual detection method that is especially well-suited for analyzing a high volume of clinical samples, while the second protocol uses a bead-based approach to capture and detect smaller EVs and exosomes. 
We would like to recommend the following reviewers, based on their demonstrated knowledge and expertise in the field of extracellular vesicle analysis and/or flow cytometry: 
1) François Mullier, UCL Mont Godinne, Namur Thrombosis and Hemostasis Center (NTHC), 1, Avenue Gaston Therasse, B5530 Yvoir, Namur, Belgium. Tel.: +32 81423243; E-mail: mullierfrancois@gmail.com
2) Éva Biró, Dept. of Clinical Chemistry, Academic Medical Center, University of Amsterdam; e-mail:  E.Biro@amc.nl
3) W. Jy, The Wallace H. Coulter Platelet Laboratory, Department of Medicine, University of Miami School of Medicine, Miami, FL, USA. Tel.: +305 243 6617, e-mail: wjy@med.miami.edu
4) J.-M. Freyssinet, Institut d'Hématologie & Immunologie, Faculté de Médecine, 4, rue Kirschleger – 67085 Strasbourg cedex, France. Tel.: +33 390 243985; e-mail: jean-marie.freyssinet@hemato-ulp.u-strasbg.fr
5) Lisa Ayers, Department of Clinical Immunology, Churchill Hospital, Oxford, UK. Tel.: +44 1865 225 995; email: lisa.ayers@nhs.net
6) Niels H.H. Heegaard, Department of Clinical Biochemistry & Immunology, Statens Serum Institut, Denmark. Tel.: + 45 32683378; nhe@ssi.dk
In conclusion, the techniques we developed help to improve the accuracy and efficiency of EV detection while minimizing handling time required for high throughput analysis. We believe these protocols would be a valuable resource to any researcher using FCM to study EVs and hope you find it suitable for publication in your journal. We appreciate your consideration and look forward to hearing from you.

Sincerely,


Philip J. Norris, M.D.
