
Please wait... 
  
If this message is not eventually replaced by the proper contents of the document, your PDF 
viewer may not be able to display this type of document. 
  
You can upgrade to the latest version of Adobe Reader for Windows®, Mac, or Linux® by 
visiting  http://www.adobe.com/go/reader_download. 
  
For more assistance with Adobe Reader visit  http://www.adobe.com/go/acrreader. 
  
Windows is either a registered trademark or a trademark of Microsoft Corporation in the United States and/or other countries. Mac is a trademark 
of Apple Inc., registered in the United States and other countries. Linux is the registered trademark of Linus Torvalds in the U.S. and other 
countries.


nature research  |  flow cytometry reporting summary
June 2017
..\Nature_Research_buffer.png
Flow Cytometry Reporting Summary
 Form fields will expand as needed. Please do not leave fields blank.
}    Data presentation
For all flow cytometry data, confirm that:
}    Methodological details
9.0.0.2.20101008.1.734229
This checklist template is licensed under a Creative Commons Attribution 4.0 International License, which permits use, sharing, adaptation, distribution and reproduction in any medium or format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Creative Commons license, and indicate if changes were made. The images or other third party material in this article are included in the article's Creative Commons license, unless indicated otherwise in a credit line to the material. If material is not included in the article's Creative Commons license and your intended use is not permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/
3
	CurrentPageNumber: 
	author: Ludovic Vallier
	initial: 
	final: 
	axislabels: 1
	axisscales: 1
	plots: 1
	numberpercentage: 1
	Detail the biological source of the cells and any tissue processing steps used.: Biological samples: H9 hESCs (Extended Data Figure 7f), or hESC-derived neuroectoderm (Extended Data Figure 8b). Single cell suspensions were prepared by incubation in cell cell dissociation buffer (CDB; Gibco) for 10’ at 37° followed by extensive pipetting. Cells were washed twice with PBS and fixed for 20’ at 4°C with PBS 4% PFA. After three washes with PBS, cells were first permeabilized for 20’ at RT with PBS 0.1% Triton X-100, then blocked for 30’ at RT with PBS 10% donkey serum. Primary and secondary antibodies incubations (Supplementary Table 5) were performed for 1h each at RT in PBS 1% donkey serum 0.1% Triton X-100, and cells were washed three times with this same buffer after each incubation.
	Specify make and model number.: Cyan ADP flow cytometer (Beckman Coulter)
	Provide details of software used. For custom code that has been deposited into a community repository, provide accession details.: Data collection: Summit software (Beckman Coulter). Data analysis: FlowJo X
	Provide details on the purity of the samples and how it was determined.: No cell sorting was performed in the study
	Provide this information for all relevant experiments, specifying the preliminary FSC/SSC gates of the starting cell population, indicating where boundaries between "positive" and "negative" staining cell populations are defined.: Cells were first gated on the basis of forward and side scatter properties, after which singlets were isolated on the basis of relationship between side scatter area peak area and width. A secondary-only negative control was used to determine the background fluorescence, and positive cells were quantified by setting a boundary so that less than 1% of the secondary-only control cells would be considered positive.
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