
Manuscript 62498_R0: Response to reviewer’s comments

Reviewer #1:

Major comment 
We that agree that the debate of the existence of a bipotential progenitor may stem from the lack of a definitive combination of marker allowing the purification of a pure population and a paucity of assays demonstrating the dual differentiation potential at a clonal level.  The Kraus lab has recently demonstrated in a clonogenic assays (in a collagen gel) that progenitors could form in vitro colonies containing both erythroid cells and megakaryocyte, such assay could be evaluated for the mouse model 1. The development of such assay is beyond the scope of this method paper. However, we did perform some megakaryocyte differentiation assays from single cells and observed that megakaryocytes, identified by their size, are present in 60 % of the wells for the cells sorted from the MEP population while the cells sorted from the MKP population did form megakaryocyte in 95% of the wells. These populations did not proliferate in the culture condition used, therefore the number of cells produced in each well did not allow for a flow cytometry analysis of the erythroid lineage. The method presented here could therefore be a tool to clarify the controversy.

Minor Concerns
2-The use of the centrifugation technique is indeed very interesting to extract the cells from the femur and tibia. In our hands, the yield was not very different from a flush with a syringe and needle. However, the centrifugation method for the iliac crest bone may not be as efficient as for the long bones, and cell viability can be altered. The real gain of the centrifugation method would be for the processing of very large cohort of animals. 
3- In the condition used in the assay (3-days culture), only MKp produce proplatelet. However, when cultures are extended to 4 to 5 days, megakaryocytes generated from MEP will also extend proplatelets. This comment has been added in the manuscript.
4- The sentence has been completed.

Reviewer #2:

Minor Concerns
1-Figure 1 was edited to include all of the anatomy discussed in the protocol and color coding has been improved 
2- “maintaining” has been changed to “holding”
3- spelling error corrected
4- spelling error corrected
5- reference to steps 5 and 6 have been corrected to refer to steps 2-5 and 2-6
6- Any hemocytometer can be used for cell count, or any automated cell counter. The information has been added in the text.
7- “Place Table 1 here” is the required procedure requested by the editor for table citation and insertion in the text. 

Reviewer #3:
[bookmark: _GoBack]Minor Concerns:
1- As per comment to reviewer 1, in our hands the centrifugation and the flush methods yield similar numbers of cells. The crush method also yields similar numbers when compared to the flush method. However, the crush method can be deleterious for our application (flow cytometry analysis) when the crushing is too vigorous. Over crushing will liberate small bone fragments that are detected by the flow cytometer in the cell population gate, often masking the cells populations of interest. This will decrease the cell sorting efficiency rate / yield rate. 
2- Comment added in 1.1
3- The use of red cell lysis is optional and was added as a note in 2.12
4- Sentence has been completed
5- We absolutely agree that 4N cells mainly correspond to dividing cells. It is usually the cells with a ploidy of 8N and over that are considered to be mature megakaryocytes. Since ploidy over 8N is not detected in the MEP end MKp population, this indicate that these cells are not mature megakaryocytes despite MKp cells expressing platelet marker such as CD41 and CD42c.
6- The mega cult assay was used as recommended by the manufacturer, no optimization was performed. As for liquid culture, the detailed conditions are described in the figure legend. 
7- Could the reviewer clarify the question / comment?
8- We agree that the MEP population is highly heterogeneous, a sentence was added in the introduction to highlight this notion. The concept of megakaryocyte-biased is also addressed in the discussion, as the comparison between classical and alternative pathway for the production of megakaryocyte is one the most intriguing question of the field.
The method presented here could therefore be a tool to compare MK-biased HSC and MEP or MKp.
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