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As general rule, sample sizes were selected based on our previous experience with studies addressing neuroendocrine regulation of puberty
and the reproductive axis, assisted by power analyses performed using values of standard deviation that we usually obtain when measuring
parameters analogous to those examined in this study. Based on those calculations, minimal group sizes of n= 6 animal per group were
established, unless otherwise indicated due to operational reasons, as analyses using these sample size should provide at least 80% power to
detect effect sizes using the tests indicated above, with a significance level of 0.05.

No data were excluded from the analyses.

As a general rule, experiments were performed with the calculated sample size to determine statistical differences and no replication of
individual experiments were performed. However, some experiments based on different tecniques confirmed the same results by different
ways. For example:

1. To validate the specificity of conditional ablation of Dicer in Kiss1 cells in the KiDKO line, three different approaches were used: PCR
detection of the recombinated Dicer-flox allele in hypothalamic regions containing Kiss1 neurons, BaseScope ISH of Kiss1 and Dicer mRNA and
qPCR detection of Dicer mRNA and the mature miRNA, let-7b-5p, in FACS-isolated Kiss1 neurons. (Fig S1)

2. The drop of Kiss1 mRNA in the ARC of peripubertal KiDKO mice was detected both by ISH of Kiss1 mRNA and qPCR detection of Kiss1 mRNA
in FACS-isolated cells. Also, these results were confirmed indirectly in the IHC analysis of Cre-GFP expression, which is dependent on Kiss1
promoter activity and showed reduced number of GFP-positive cells in the ARC of prepubertal KiDKO mice. (Fig S6b,h; Fig S1c and Fig 3).

3. The drop of basal LH on adult male KiDKO mice and the maintenance of basal LH levels of females KiDKO mice were confirmed on single-
point determinations of LH by RIA on serum samples and from tail-tip bleeding blood samples determination of LH by ELISA taken in pulsatility
experiments (Fig.1d,e,j,k).

While phenotypic and hormonal analyses were applied to all available samples, more complex molecular/histological analyses in these
experiments were conducted in a representative subset of randomly assigned samples from each group.

As general procedure, the investigators directly performing the experimentation involving physiological/molecular determinations were not
blinded to the group allocation, but primary data analyses conducted by senior authors were conducted independently to avoid any potential
bias.
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Primary antibodies:

- RIA kits for LH and FSH measurements from the National Institutes of Health (Dr. A. F. Parlow, National Hormone and Peptide
Program, Torrance, CA).

- Anti-bovine LH! subunit, 518B7 (L. Sibley; University of California, UC Davis). RRID:AB_2756886.

- Rabbit LH antiserum, AFP240580Rb provided by NIDDK-NHPP. RRID:AB_2784499.

- Rabbit anti-rat/mouse kisspeptin antibody, AC#566, from Dr Alain Caraty, PRC-INRA, 37380 Nouzilly, France. RRID:AB_2314707.

- Rabbit anti-proNKB, IS39, from Dr Philippe Ciofi, INSERM U 1215, 33077 Bordeaux, France. RRID:AB_2819032.

- Chicken anti-GFP antibody. Abcam; Cat. Ab13970.

Secondary antibodies:

- Biotinylated Donkey anti-rabbit. Code 711-066-152. Jackson ImmunoResearch Europe Ltd., UK.

- Biotinylated Donkey anti-chicken. Code 711-066-152. Jackson ImmunoResearch Europe Ltd., UK.

- RIA kits for LH and FSH measurements. PMID: 7399110. PMID: 5725274.

- Anti-bovine LH! subunit, 518B7. PMID: 3507889. PMID: 24092638.

- Rabbit LH antiserum, AFP240580Rb. PMID: 24092638.

- Rabbit anti-rat/mouse kisspeptin antibody, AC#566. PMID: 19515163.

- Rabbit anti-proNKB, IS39. PMID: 16809008.

- Chicken anti-GFP antibody. See manufacter datasheet, where it is stated that the antibody is validated for immunohistochemistry in
GFP-transfected NIH3T3 cells.

Genetically modified C57Bl6 mice were used, the strains are detailed below. Mice from both sexes were used at PND1, PND14,
PND28, PND54 and adults >2 months-old.

- Kiss1-Cre mice: JAX Strain #017701

- GnRH-Cre mice: JAX Strain #021207

- Dicer-flox mice: JAX Strain #006366

- (ROSA26)-YFP Cre-dependent reporter mice: JAX Strain #006148

This study did not involve wild animals.

This study did not involve samples collected from the field.

The experiments and animal protocols included in this study were approved by the Ethical Committee of the University of Cordoba;
all experiments were conducted in accordance with European Union (EU) normative for the use and care of experimental animals (EU
Directive 2010/63/UE, September 2010).




