Dear Alisha DSouza, 
we would like to thank the Editor and the reviewers for their comments and suggestions that we have addressed as follow.

Editorial and production comments:
Changes to be made by the author(s) regarding the manuscript:
1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.
The manuscript has been revised and controlled
2. Please revise lines 77-81, 154-156, 170-172 to avoid previously published text.
The lines have been revised and modified to the best
3. Please revise the title to be more concise.
Done
4. Please provide an email address for each author.
Now the manuscript presents the email address for each author
5. Keywords: Please provide at least 6 keywords or phrases.
There are 6 keywords
6. Please abbreviate liters to L to avoid confusion.
Done
7. JoVE cannot publish manuscripts containing commercial language. This includes trademark symbols (™), registered symbols (®), and company names before an instrument or reagent. Please remove all commercial language from your manuscript and use generic terms instead. All commercial products should be sufficiently referenced in the Table of Materials and Reagents. You may use the generic term followed by “(see table of materials)” to draw the readers’ attention to specific commercial names. Examples of commercial sounding language in your manuscript are: Sigma-Aldrich, Roche, Worthington Biochemical Corporation, Euroclone Spa, GIBCO, Life Technologies, BD Falcon, Invitrogen, etc.
Done
8. Please adjust the numbering of the Protocol to follow the JoVE Instructions for Authors. For example, 1 should be followed by 1.1 and then 1.1.1 and 1.1.2 if necessary. Please refrain from using bullets, dashes, or indentations.
Done
9. Please revise the protocol to contain only action items that direct the reader to do something (e.g., “Do this,” “Ensure that,” etc.). The actions should be described in the imperative tense in complete sentences wherever possible. Avoid usage of phrases such as “could be,” “should be,” and “would be” throughout the Protocol. Any text that cannot be written in the imperative tense may be added as a “Note.” Please include all safety procedures and use of hoods, etc. However, notes should be used sparingly and actions should be described in the imperative tense wherever possible. Please move the discussion about the protocol to the Discussion.
Done
10. Line 78: Please specify the size of the minced tissue.
Done
11. Line 111: Please describe how to label tumor cells with the fluorescent dye.
A part of text indicating the labbeling procedure has been included.
12. Line 117: For how long are the adherent cells are lysed with Tris-HCl?
Now there is described in the manuscript the lysis method. 
13. Figure 1: Please label the x-axis. In the figure legend, please also explain what the right top and bottom parts of the figure show.
Done
14. Figure 2: Please change the unit “ml” to “mL” and include a space between all numerical values and their corresponding units (50 µg/mL, 4 °C, 37 °C, 250 x g). Please replace commercial language (trypsin) with a generic term.
Done
15. Figure 3: Please explain what the bottom panels are.
Done
16. Figure legends: Please move the details of the methodology to the Protocol.
Done
17. References: Please do not abbreviate journal titles.
In reference section the journal titles now are not abbreviated
18. Table of Materials: Please sort the items in alphabetical order according to the name of material/equipment.
Done


Changes to be made by the Author(s) regarding the video:
1. 01:20, 02:16: Please use the micro symbol µ instead of u. Please abbreviate liters to L to avoid confusion. DONE
2. 02:16: Please include a space between numerical values and their corresponding units (25 µg/mL, 0.7 mM). DONE
3. 05:52: Please include a space between “106” and “cells/mL” (i.e., 1 x 106 cells/mL). DONE
4. Please increase the homogeneity between the written protocol and the narration in the video. It would be best if the narration is a word for word from the written protocol text. DONE
5. 01:45: The video shows/says “vacuum aspirate the treated wells”, which is not mentioned in line 104 of the written protocol. Please revise either the written protocol or the video to be consistent. DONE
6. 02:45-02:51: Please remove these to the introduction or results section. DONE
7. 02:58-04:05: Such details in the video are not mentioned in the written protocol. DONE
8. 04:18-05:30: This part of the video is difficult to follow with the written protocol. Many details in the video are not mentioned in the written protocol. DONE
9. Please use the same figures for representative results in the video and the manuscript. DONE
10. There is a thin black border on all sides of the frame. This border should be eliminated. DONE
11. 0:10-1:04, 6:06-6:47 - The audio/video synchronization appears to be slightly off during these interview segments. This should be corrected. DONE
12. 6:47 - To give the end of the video a more conclusive feeling, we recommend putting a title card at the end of the video. Either a repeat of the beginning title card or some production credits would indicate to the viewer that they have indeed reached the end. DONE
13. Please upload a revised high-resolution video here:
https://www.dropbox.com/request/DlldWLfX2Uenmly5NmZ6



Reviewers' comments:
_________________________________________________________________________________
Reviewer #1:
Manuscript Summary:
The authors described a method regarding hyaluronan coating and C1q binding as a designed matrix for cancer cell attachment. The approach is conviencing. My concern is that not all cancer cells have C1q and/or HA receptors (CD44 and Hyal-2). Indeed, the data in the Figure 3 shows the status. Please use cancer cell lines, which are devoid of both receptors, for seeding experiments, as negative controls. Also, antibody against C1q, CD44 and Hyal-2 should be used to block the cell attachment. An important concern is that there are no videos showing the behavior of cells upon adherence to the designed matrices. Majority of cancer cells secrete degraded HA and their conformation may be altered. This will alter the scenario of cancer cell adherence to HA/C1q matrix.
We are gratefull to the referee criticism about such a complex issue whose investigation certainly will require a fully dedicated study which is far beyond the scope of Jove. In fact we were asked to simply describe the method of matrices preparation and how to judge cancer cells adhesion on them. At the moment the laboratory is actively involved in the identification and characterizaton of the receptors engaged in HA and/or C1q binding in several cancer cells isolated from human bioptic speciments. The data collected by the ongoing studies will be certainly published on a more appropriate, not methodologic, Scientific Journal.

Major Concerns:
1) The source of hyaluronan, including moleuclar size and DNA and protein-free, should be specified. What's the percentage of HA coated onto microtiter plates?
The source of HA is now specified in the revised manuscript. Regarding the second issue raised by the referee, we determined that the maximal concentration of HA required to saturate the well of the microtiter plate is 50 g/mL. Therefore measuring the absolute amount of HA actually immobilized in each well will not impact on the scientific relevance of the adhesion data obtained. 
2) Does C1q beocme aggregtated upon binding with HA?
Studies regarding the molecular interaction between HA and C1q are in progress, but at the moment there are not definitive data, that anyway are beyond the scope of this methodology paper.
3) Please make videos from time-lapse microscopy for each cell adherence to the matrics and address the differences.
Time lapse microscopy was performed and representative videos have been added to the ‘Result’ section of the final movie. 
Minor Concerns:
1) Please make sure the volume of each person's speech is some what equal in the video.
The volume of each person's speech have been checked and now equalized.

__________________________________________________________________________________
[bookmark: _GoBack]Reviewer #2:
Manuscript Summary:
The protocol is well written and certainly worthy of publication. I recommend that the introduction should be extended to give further context.
The introduction has been extended.

Major Concerns:
no major concerns

Minor Concerns:
-The following references would be useful:
-HA is finding use in immunomodulation please mention in the introduction
-Zamboni, et al. "The Potential of Hyaluronic acid in Immunoprotection and Immunomodulation: Chemistry, Processing and Function" Progress in Materials Science, volume 97, 97-122
-Preparation of HA solutions is of importance see:
-Collins et al (2013)" Hyaluronic Acid Solutions - A processing method for Chemical Modification" Journal of Applied Polymer Science, vol 130, issue 1, pgs 145-152
The references  suggested by the referee have been included in the revised manuscript.
