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Antibodies
Antibodies used

For histologic, immunostaining, and in situ hybridization experiments on fetal cat tissues, sample sizes were chosen based on availability of
field samples and experimental design, with a goal of minimizing type I error. Sample sizes for all experiments are indicated in the text and in
Source Data, and consisted of at least 3 independent biologic samples except where only one or two samples, e.g. a rare genotype, was
available. In the majority of experiments for which 3 or more independent samples were available, affirmative conclusions are based on the
statistical significance of observed differences; no conclusions were reached based on acceptance of a null hypothesis (type II error). In a
minority of experiments with sample size < 3, qualitative observations are reported (FIg. 2e, 6b), and are consistent with quantitative
conclusions based on alternative approaches (Fig. 2d). For single cell RNA-sequencing, >4000 cells were capture from a single embryo at each
of three developmental stages (15a, 15b, 16a). For genetic studies, 105 and 234 Ticked and nonTicked samples were collected and genotyped
for Dkk4 variants.

For single cell RNA-sequencing at stage 15b, a subset of basal keratinocytes had a distinct gene expression signature characterized by the
expression of Engrailed (En1) and HoxC genes, likely to reflect cells from the developing limb bud. The En1/HoxC signature was not observed
at stages 15a or 16a, and therefore this population of cells was excluded from the stage15b differential expression analysis.

All attempts at replication were successful. The exact number of times each experiment was performed is stated in the corresponding figure
legend or in the methods.

This is not a prospective study with an intervention so randomization is not applicable.

Single expert individuals carried out the embryonic (KAM) and genomic (CBK) analyses and blinding would not have been appropriate or
feasible.

Primary antibodies

anti-Keratin 5, Biolegend, 905501, rabbit polyclonal, immunofluorescence, 1:15000

anti-Keratin 10, abcam, ab76318, rabbit monoclonal, immunofluorescence, 1:15000

anti-Ki67, abcam, ab15580, rabbit polyclonal, immunofluorescence, 1:15000

anti-beta-catenin, BD Biosciences, 610154, mouse monoclonal, clone 14, immunofluorescence, 1:5000

anti-CD49f (integrin alpha 6)-PE conjugated, ThermoFisher, 12-0495-82, rat monoclonal, clone NKI-GoH3, epidermal basal cell
enrichment for single cell RNA analysis, 2 micrograms of antibody in 100 microliters of single cell suspension of skin cells (~106 cells)

anti-Digoxigenin POD (horseradish peroxidase-conjugated), Roche/Sigma Aldrich, 11207733910, sheep polyclonal, in situ
hybridization, 1:5000

anti-digoxigenin AP (alkaline phosphatase-conjugated), Roche/Sigma Aldrich, 112093274910, sheep polyclonal, in situ hybridization,
1:5000

anti-GFP, abcam, ab290, rabbit polyclonal, immunoblotting, 1:1000




