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Antibodies
Antibodies used

Based on our hypothesis to identify at least three distinct clusters of proprioceptors at embryonic stage e15.5 and considering that our
genetic approach might also label low-threshold mechanoreceptors we aimed to analyse 480 thoracic cells and 480 lumbar cells. We
calculated the number of cells using the online application of the Satija lab (https://satijalab.org/howmanycells/) considering the assumed
number of cell types, the minimum fraction of the rarest cell type, and the minimum number of desired cells per type. For each experiment
cells of Pv-tdt; e15.5 embryos (at least n = 4) from 1 litter were pooled and sorted into 96-well plates, 5 plates with cells from thoracic DRGs
and 5 plates with cells from lumbar DRGs were collected. Embryos of n=6 litters were used in total.

The same web application from the Satija lab was used to estimate the cell number for the p1 single-cell-transcriptome analysis, also
considering that our intersectional approach labels a specific proprioceptor muscle-type subset and that the total number of labelled neurons
is low. The following number of cells from the different mouse lines were collected for p1 scRNAseq experiments: Trpv1Cre-Basbaum; PvFlp;
Ai65; p1; 96 thoracic and 96 lumbar; cells; Trpv1Cre-Hoon; PvFlp; Ai65; p1; 96 thoracic and 96 lumbar cells; PvCre; Ai14; p1; 96 thoracic and
96 lumbar cells. For multiplexed FISH, immunohistochemistry, and retrograde tracing experiments we used at least n=3 animals.

For scRNAseq experiments we individually removed low-quality cells based on low total gene counts (> quantile 0.3), low gene abundance (>
quantile 0.3), and high mitochondrial gene values cells (< quantile 0.75).

For each scRNAseq experiment, we sequenced single cells from 10 96-well plates (e15.5) and 6 96-well plates) (p1) containing cells from at
least n=6 animals of at least 3 different litters. For validation of scRNAseq data using multiplexed FISH as well as for immunohistochemistry,
and retrograde tracing experiments at least n=3 biological replicates were used.

The scRNAseq protocol relies on sorting cells from a cell suspension, which already leads to a random selection of cells from the labelled
population. For multiplexed FISH, immunohistochemistry, and retrograde tracing experiments no randomization was performed as no
experimental groups were used.

For scRNAseq experiments and validation of scRNAseq data (multiplexed FISH, immunohistochemistry, and retrograde tracing experiments)
blinding was not necessary because we did not compare experimental and control groups. For experiments involving Efna5 mutant mice
standard blinding procedures were used.

Primary antibodies:

anti-ChAT (Goat); Millipore (#AB144P); 1:200

anti-Pv (Chicken); Jessell lab (#CU1664); 1:8000; de Nooij et al., 2013

anti-vGluT1 (Guinea-Pig); Jessell lab (#CU1328); 1:5000; de Nooij et al., 2013

anti-dsRed Rabbit; Takara (#632496); 1:1000

anti-RFP (Rabbit); Rockland (#600-401-379); 1:500

Secondary antibodies




