Dr. Nam Nguyen
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Journal of Visualized Experiments

Dear Dr. Nguyen,

 Thank you very much for kindly providing us the opportunity to revise our manuscript entitled “Three-dimensional co-culture model for tumor-stromal interaction” (JoVE52469R1). We have followed your suggestion and reviewers’ comments and revised the manuscript. Our responses to the comments by the reviewers are as follows:

Reviewer #1: 
Manuscript Summary:
The manuscript describes a technique to allow co-culteures, in tridimesion, of stromal cells with cancer cells
Major Concerns:
N/A
Minor Concerns:
the manuscript deserves publication. My only concers is to solicit a couple of phases explaining the reason to allow floatation and the interface with air. In my opinion this is not well explained in the text. 
Thank you for the comment. To address the reason to allow floatation, we added the following phrases in the manuscript text. 
‘Note: By using floating culture, various change in gel size is induced by mechanical tension and collagen degradation, which are mediated by cellular interaction between co-cultured cancer cells and fibrobalsts.’
The reason of air-liquid interface is described as follows.
‘Note: After 5-7 days of maintaining the air-liquid interface culture at 37 °C in the incubator, invasive cancer cells migrate into the gel. Depending on the cell type and as a result of cellular interactions, variable degrees of cell morphological change in the cancer cells are induced by the air-liquid interface culture.’

Reviewer #2: 
The manuscript by Horie et al, describes the procedures for 3D co-culture which is too useful to study cancer-stromal interactions. This manuscript describes and important tool for the field which could be useful to study different multicellular interaction. I think that the title and abstract are appropriate and the different methodological steps are clear and well explained. Moreover references are well documented and representative results and discussion are well explained and written. Only a couple of minor point should be addressed:
- Step 1.4.2.2: line 173; "Subsequent explants culture" should be removed (the headline is duplicated).
- Step 2.2.4: it should be placed before 2.2.3 or included as a "note".
Thank you for the comment. We corrected the above-mentioned points. 

Reviewer #3: 
Manuscript Summary: 
The article describes a useful technique that can be readily performed in any laboratory to isolate and culture cancer associated fibroblast (CAFs). The present a protocol to co-culture cancer cells and patient derived fibroblast in in three-dimensions for the investigating multicellular interactions and extracellular matrix-dependent modulation of cancer cell behavior. 
Major Concerns:
none
Minor Concerns:
many grammatical and sentence structuring errors throughout the manuscript. Please revise before publication. 
The English in our manuscript has been checked by at least two professional editors, both native speakers of English. For a certificate, please see:  
http://www.textcheck.com/certificate/IvC85S

Reviewer #4: 
Manuscript Summary: 
This manuscript describes a methodology for primary 3D co-cultures of CAFs and malignant cells from lung cancer. Briefly, primary CAFs are isolated and seeded in a collagen gel, upon which malignant cells are seeded. Read-outs from this assay include histological assessment of invasion and protein expression, as well as extraction of RNA for gene expression analysis. The methodology is well described and comprises an important contribution to the plethora of assays to analyze CAF-malignant cell interactions.
Major Concerns:
1. The authors should discuss more in detail about the advantages and drawbacks of their methodology compared to other similar assays, including but not limited to trans-well chambers, organotypic cultures etc.
Thank you for the comment. We added the following sentences in the discussion section of the manuscript text. 
‘The experimental models for cancer cell proliferation and invasion have mostly relied on two-dimensional monolayer tissue cultures or Boyden chamber assays. To better understand intercellular communication and ECM-dependent modulation of cancer cell behavior, three-dimensional co-cultures are powerful tools. Organotypic cultures are also useful for investigating multicellular interactions, though they need higher technical skills and limited experimental conditions.’
‘Cells with specific gene overexpression or knockdown are easily applicable in our culture system, which is an advantage over organotypic culture.’

2. The authors should diversify the reference list, as many of the review articles cited are stemming from the same lab. Surely there are other authors, and more prominent journals that have published recent reviews on this topic.
Minor Concerns:
N/A
Thank you for the comment. We added two recent reviews on this topic.

We hope we have addressed all of the reviewer’s comments and made necessary changes in the revised manuscript. Your kind considerations for possible acceptance in the Journal of Visualized Experiments are highly appreciated.
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