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Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

For the localization experiments at least three embryos were evaluated for every probe in order to confirm the consistency of expression
patterns. The single cell analysis was carried out on at least 10 coronal sutures for each time point.

Cells with high mitochondria content, low UMI/ gene counts were removed to eliminate biased clustering, as were contaminating red blood
cells.

Only probes that were reproducible across three embryos were included. Sutures from at least 5 different embryos were used for single cell
analysis. At E17.5 single cell libraries were also prepared separately in 3 batches as a technical control.

No randomization was required as only wildtype conditions were interrogated.

No blind scoring was required as only wildtype conditions were interrogated.

Tcf7 (C63D9, Cell Signaling Technology); Cd200 (AF2724, R&D systems); Dmp1 (AF4386, R&D systems); Alexa Fluor 488, 555 and 647
secondary antibodies (A21206, A21432 or A11015, A31573; Thermo Fisher Scientific)

All antibodies are validated for their purpose by the suppliers. Catalogue numbers are provided in the methods section.

Embryos from C57BL/6J mice were used for single cell experiments and RNA/immuno localization analysis.

The study did not involve wild animals.

No field collection done.

All procedures were approved by the MRC Weatherall Institute of Molecular Medicine Ethics Committee, or the University of
Southern California IACUC Committee and performed in accordance with the relevant guidelines and regulations.




