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February 25, 2020

Dear Editor and Reviewers:

Thank you for the peer review and the required revisions. Our manuscript “3D Culturing of organoids from the intestinal villi epithelium undergoing dedifferentiation” is now very clear. We appreciate the feedback very much as it has tremendously improved the quality of manuscript. The concerns and suggestions by the editors and reviewers (in black) are addressed in green italicized font. We have attached two version of the manuscript: the first with all the tracked changes, and the second has all the changes accepted and without the tracking.

Ansu Perekatt, Ph.D.
Assistant Professor 

Editorial comments:
Changes to be made by the Author(s):
1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.
No grammatical and spelling errors could be located.

2. Please remove commercial language from the written manuscript and place this information in the Table of Materials instead.
We have removed all the commercial language from the text. Material list has all the materials used, and the company information and catalogue numbers.



____________________________________
Reviewers' comments:
Reviewer #1:
Manuscript Summary:
The authors have satisfactorily addressed the majority of my concerns, particularly including the revision of several figures to include time course analysis (Fig.3), which is my major concern. Moreover, they have explained the method more detail how they care the contamination of crypts. In light of the authors' revisions, this manuscript highly merits publication in the JOVE.

Minor Concerns:
However, the revised manuscript still remains several errors in their revisions.
Please note that:
1. Figure1 legend: "The arrow points…" There is no arrow in the Fig.1
2. Fig.3: The upper box at Day6 (at top panel) should be described in the dash line.
3. Fig.3: Could you please put the information of scale bars at the top columns because those are different magnified images compared with lower's one.

Thank you again for the detailed observation. All the three points have been addressed. 

Reviewer #2:
Manuscript Summary:
Perekatt and coworkers resubmitted the revised manuscript in titled "3D culturing of organoids from the intestinal villi epithelium undergoing dedifferentiation". The revised manuscript is getting better than the manuscript ver-1. However, there are some minor concerns as follows.
Thank you again for the detailed observation. All the four points have been addressed.

Minor Concerns:
Line 113: "Note" is repeated. Please delete one.
Repetition is removed
Line131, 134, 140, 145, 214, 219, 262, 289, 296, and figure legends: Which is correct, Fig and Figure? Please unify it.
This is now revised to Figure
Line 162: Please delete a part of bracket.
Corrected
4. Plating of villi on BME-R1 matrix; Line185-198: The number of the part is correct? 4.6, 4.5, 4.6, 4.7, and 4.8?
Corrected

Reviewer #3:
It is satisfying to see that the requested minor issues were properly addressed. The current version of the manuscript clearly describes a way to generate organoids from intestinal villi. It still falls short on providing reliable way to estimate amounts of contaminating crypts. As outlined before, the described procedures with proper optimizations might work best when tissues are derived from Smad4f/f; Catnblox(ex3)/+; Villin-CreERT2 mice. There may be some issues if the approach is used in a different intestinal segment or in a different mouse strain. The authors do point out which issues to focus on, which is certainly helpful if such problems arise.
Thank you, for the acknowledgement. We agree with this point. Since the issues are going to vary depending upon the combination of mouse strain and the intestinal segment used, it would be premature to comment on it. However, the principal criteria, which is preventing contamination from the endogenous proliferative compartment, have been addressed. 

Reviewer #4:
Major Concerns:
This is a very specific model and whether the plasticity is relevant to other models is not known and thus whether this model described in this JOVE submission has relevance beyond the specific mouse is not established. In spite of the author's previous publication in which the relevant data is shown in a single figure (Fig 7) this model is poorly characterized as to state of differentiation in the villus or crypt compartment. Importantly, comparison with wild type mouse villus and crypt should be presented using the same methodology to separate what changes are present.

The issue of crypt contamination by the method is argue based on appearance but contamination by TA or base of crypt cells needs to be proven using biochemical or molecular approaches
We agree with this point, and the issue is discussed in the discussion section. 
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