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Supplementary Figs. 3b and 7. All data generated or analyzed during this study are included in the submitted article (and its Supplementary information files). The
source data underlying the graphs are provided in Supplementary Data 1 and 2.

No statistical method was applied to predetermine sample size. The number of wild type, mutant and transgenic zebrafish males used was
based on experimental considerations and also on the variation observed in previous experiments of the same kind. For each experiment,
sample size is indicated in the figure legend and reflects the number of independent biological and/or technical replicates.

Outlier analysis of numerical values was performed by Grubb's test and outliers were excluded from calculations.

For ex vivo analyses (tissue culture experiments), 6-10 wild type males (biological replicates) were selected and analyzed in 2-3 technical
replicates per biological replicate. Between 3 and 4 transgenic males were analyzed to investigate the cellular expression of Insl3 receptors 2a
and 2b. In the ligand-receptor binding assays, 3 biological replicates (independent transfections) were carried out, and each data point was
analyzed in triplicate (technical replicates). For histological, germ cell apoptosis and gene expression analyses of insl3 knockout testes,
between 4 and 15 males were used. Between 3 and 4 pparg mutant males were analyzed for quantification of germ cell types. This
information is included in the figure legends. All attempts of replication were successful.

Due to the nature of our experiments, we did not use group allocation.

All histological/morphological analyses were carried out blinded: persons carrying out the analyses did so working with coded slides. Sample
identity was revealed after completing analysis of the slides/sections for statistical evaluation. In all qPCR analyses, samples were analyzed
after having received randomized code numbers and sample identity was revealed after completion of the analyses for statistical evaluation.

Purified mouse anti-BrdU (BD Biosciences). Clone B44 (RUO [GMP]). Catalog number 347580. Lot number 8151735.

BrdU incorporation was detected following a protocol modified from Van de Kant and de Rooij (Histochem J 1992; 24:170-175).
Zebrafish testes were fixed for 5 h at room temperature in freshly prepared methacarn (60% [v/v] absolute ethanol, 30%

chloroform, and 10% glacial acetic acid) and embedded in Technovit 7100 (Heraeus Kulzer). Five-micrometer-thick sections were

subjected to antigen retrieval (1% [v/v] periodic acid in water at 60°C for 30 min) and peroxidase blocking (1% [v/v] H2O2 in PBS for
10 min). Thereafter, slides were incubated at room temperature for 1 h with mouse anti-BrdU (1:80 [BD Biosciences] diluted in PBS
containing 1% [w/v] bovine serum albumin [BSA; Sigma-Aldrich]), and then for an additional hour with biotinylated horse anti-mouse
(1:100 [Vector Laboratories] diluted in PBS containing 1% [w/v] BSA). Revelation of immunostaining was done using avidin-biotin
complex incubation for 1 h (Vector Laboratories) followed by diaminobenzidine (Dako)

substrate development for 20 sec. Nuclei were counterstained with hematoxylin Gill no. 3 (Sigma-Aldrich) for 30 sec. For a negative
control, the primary antibody (mouse anti-BrdU) was replaced with the same concentration of normal mouse immunoglobulin G (BD
Biosciences).

Relevant citations and additional information can be found in the manufacture's website: https://www.bdbiosciences.com/us/




