Editorial comments

1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.

We thank the Editor for the kind suggestion. We have carefully read the manuscript and corrected all spelling and grammar mistakes we identified.

2. Please obtain explicit copyright permission to reuse any figures (including TOC) from a previous publication. Explicit permission can be expressed in the form of a letter from the editor or a link to the editorial policy that allows re-prints. Please upload this information as a .doc or .docx file to your Editorial Manager account. The Figure must be cited appropriately in the Figure Legend, i.e. “This figure has been modified from [citation].”

The protocol presented here is routinely used in our lab and was also implemented in our recent publication in Cell Reports1. However, the growth curves shown on Figure 1 of the present manuscript have been calculated and drawn based on different datasets (provided in Table 1) than the ones used in the Cell Reports research article. Therefore, Figure 1 is original and not adapted from a previous publication, lifting the need to request any copyright permission.

3. 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 or dashes.

The numbering format has been adjusted according to JoVE instructions and all bullets and dashes have been removed from the manuscript.

4. Please highlight complete sentences (not parts of sentences) for filming.

We thank the Editor for pointing out this requirement. We have now taken care of highlighting complete sentences for filming.

5. Please do not abbreviate journal titles for references.

We apologize for the use of abbreviated journal titles in the bibliography. We have now introduced full journal names for all references through EndNote.

Reviewers' comments:

Reviewer #1:

This is a very useful contribution and I find no objections to its publication in Jove. In spite of current advancements on organoids from mouse mammary gland (e.g., ref 17) and human mammary tumors, mammosphere cultures remains extremely useful and quantitative tools to measure self renewal and the team was among the pioneers of this methodology.
We thank Reviewer #1 for dedicating the time to carefully read our manuscript and to provide valuable feedback.


Reviewer #2:


1- I invite the authors to increase number of details and options (i.e. motion rpm, water bath or incubation times).

We thank Reviewer #2 for bringing this issue to our attention. We have carefully read the protocol and added all missing information regarding motion rpm and incubation times. We have also added the option of overnight digestion with gentle collagenase/hyaluronidase enzyme mixes to provide more flexibility to the readers. We hope to have addressed all points of interest.

2- the cell density should be reduced.

[bookmark: _GoBack]We agree with Reviewer #2 that keeping a low cell density is critical for the serial re-plating mammosphere assay (we kindly refer to Discussion, paragraph 2). In fact, we consider 20,000 cells/mL as the maximum cell density that can be employed for such experiments, in order to accommodate additional downstream applications (e.g. expression analyses). To ensure greater clarity, we have now included an additional note after step 3.6 in the protocol. 

3- Mechanical dissociation could be avoided and replaced with ACCUTASE treatment, or at least discuss these options.

We thank Reviewer #2 for highlighting this point. We have now included a note after step 3.4 to provide the missing information and also mention the alternative options in our Discussion, paragraph 2.

Moreover, these points from literature should be discussed/updated:

Peng et al. in 2011.2… found that the CSC ratio in long-term sphere culture presented as gradually decreased drift and might be stable at a lower level.

Moreover, the group of Lopez 20133 in their article state:

Some studies have shown an inability to serially cultivate normal mammospheres beyond five passages4, whilst others have demonstrated an inability to maintain a high ratio of CSCs (CD44+/CD24−) in long-term sphere culture, suggesting limited self-renewal capacity2. Spheres are known to express markers of differentiation5, further suggesting they may not universally 'enrich' for stem cells. Other studies are emerging that convincingly demonstrate sphere formation actually reverses CSC phenotype in some cell lines6.

We thank Reviewer #2 for the suggestion. We have now better clarified this point, by acknowledging the existence of inter- and intra-mammosphere phenotypic heterogeneity and that only a minor fraction of the culture retains the ability to form new spheres in vitro and/or form a functional organ in vivo. Please refer to our Discussion section, paragraph 5.
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