Author reply to Editorial comments (reply indicated by underlined text):
Editorial comments:
* All of your previous revisions have been incorporated in to the most recent version of the manuscript. Please download this version of the Microsoft word document from the "file inventory" to use for any subsequent changes.

Yes. Downloaded from file inventory 51321_R1_mk

* Please keep the editorial comments from your previous revisions in mind as you revise your manuscript to address peer review comments. For instance, if formatting or other changes were made, commercial language was removed, etc., please maintain these overall manuscript changes. 

* Please take this opportunity to thoroughly proofread your manuscript to ensure that there are no spelling or grammar issues. Your JoVE editor will not copy-edit your manuscript and any errors in your submitted revision may be present in the published version.

* Please be consistent with units throughout the protocol - for instances, min vs. minutes, mL vs. ml, and so on. Please use a micron symbol (µ) rather than a lower case "u". 

We have altered the text accordingly

* I have added y.z.ng@dundee.ac.uk as the second email for Andrew South's profile - you should both receive any emails regarding the manuscript, which will be addressed to Dr. South. 

Both of us now receive emails. 

* I have updated your numbering so that section 2 is now part of section 1 and changed the rest of the numbering accordingly. Please check this numbering scheme and make any required changes. Please also ensure that if you refer to any steps by number throughout the text the proper numbers are used. 

Reviewers' comments:
Reviewer #1:
Manuscript Summary: 

The use of 3D synthetic matrices continues apace as scientists explore the mechanisms of invasion and differentiation. This paper identifies a technique that allows investigation of the role of specific genetic loss of individual ECM molecules. This was achieved by allowing fibroblasts isolated from patients with the genetic disorder RDEB who lack collagen VII to form a natural, thick matrix. This matrix was compared with a control matrix formed from fibroblasts expressing collagen VII. The data show that the collagen VII deficient matrix was invasion permissive. This reflects what happens in RDEB but this is not clearly pointed it in the results. Overall a valuable addition to the field.

Major Concerns:
There are none

Minor Concerns:
Some typos/suggested alternative words

1.1.2 Replace thaw with add

2.2 and elsewhere. As not all 1ml micro-pipette tips are blue just call them 1ml micro-pipette tips.

Discussion "...as the weeks pass..."

We have altered the text accordingly

In results- comment that the result reflects RDEB behaviour and reference.

We have altered the text accordingly

Additional Comments to Authors:
N/A

Reviewer #2: 

Manuscript Summary: 

Ng and South describe a new approach to making organotypic culture models using the fibroblasts own extracellular matrix, produced over a prolonged culture period. The method has clear advantages over the current collagen I or Engelbreth-Holm-Swarm mouse models. The background and rationale are clear and well references, and except for slight disadvantage the long term initial culture it is a straightforward approach that should be attractive to epithelial biologists and cancer biologists. The protocol is clear, and I only suggest changes to further clarify the protocol for the reader.

Major Concerns:
- I'm not sure that the en-face and pseudo 3D aspect of figure 1 add anything to understanding, indeed, simpler figures combined with the excellent images below, would be easier for readers to understand and have greater visual impact.

We have altered the photo accordingly. En-face view has been removed and the figure has been simplified.
-I found the second paragraph of the discussion quite difficult to understand, and as it involves the critical long term fibroblast culture, it needs to be more clearly stated that feeding of the fibroblast cultures will have to be more frequent in the later weeks and with a larger volume of medium

We have made a note in the Protocol Step 2.1 to highlight this.

Minor Concerns:
- Does 1.1 need to be shown on video? it seems quite self explanatory based on the text alone.

As ascorbic acid addition is a cruicial ingredient to the generation of native matrices, we would like to retain this step. 

Editorial Comment: It is up to you what to include in the video. The only constraints are (1) maximum length of highlighted text of 2.75 pages, which you are far under, and (2) we ask that the steps chosen to highlight / film present a complete story and that critical stories are not skipped. 
Reviewer #3: 

Manuscript Summary: 

This is a really well written and well developed technique paper which I recommend for immediate publication. 

Major Concerns:
none

Minor Concerns:
Its a little hard to discern what is being shown in the multiwell plate in the second step (+ascorbic acid) of F1. Perhaps the authors could consider adding a label or adjusting contrast so that matrix is more visible?

We have altered the figure accordingly.
Additional Comments to Authors:
N/A

Reviewer #4: 

Manuscript Summary: 

The authors describe a three-dimensional model to engineer tumour stromal microenvironment and cell invasion. Although there are a number of such models this is a well described protocol and would be of significant interest to other workers in the field

Major Concerns:
None

Minor Concerns:
None

Additional Comments to Authors:
N/A

_____
