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open-source code was used for data collection and analyses.

No statistical method was used to predetermine sample size. Sample sizes were chosen based on published studies and reported power
analyses in the field, and are comparable to those in our previous publications (Chang, W., Pedroni, A., Hohendorf, V., Giacomello, S., Hibi, M.,
Köster, R.W., and Ampatzis, K. (2020). Functionally distinct Purkinje cell types show temporal precision in encoding locomotion. Proc. Natl.
Acad. Sci. U.S.a. 117, 17330–17337; Pedroni, A., and Ampatzis, K. (2019). Large-Scale Analysis of the Diversity and Complexity of the Adult
Spinal Cord Neurotransmitter Typology. iScience 19, 1189–1201; Bertuzzi, M., Chang, W., and Ampatzis, K. (2018). Adult spinal motoneurons
change their neurotransmitter phenotype to control locomotion. Proc. Natl. Acad. Sci. U.S.a. 115, E9926–E9933; Bertuzzi, M., and Ampatzis, K.
(2018). Spinal cholinergic interneurons differentially control motoneuron excitability and alter the locomotor network operational range. Sci
Rep 8, 1988.).

Generally, sample sizes are based on the smallest number required to reach statistical significance in order to reduce unnecessary animal use.

Zebrafish showing incorrect locomotor behavior and posture, and signs of significant distress after the in-vivo injection of drugs were excluded
from analysis. Relevant experiments were few animals excluded from the analysis presented in the fig. 5b, 5c, 6d and 6e.

The number of independently replicated experiments is described in the figure legends and text. All replication attempts were successful.

Zebrafish were randomly allocated into different experimental groups. No specific randomization method was used. Age/size-matched
animals were used as controls in all experiments.

The quantification of BrdU positive cells after training did not include a blind approach because the experiments performed in a stepwise
manner. All manual counts of BrdU positive cells after drug administration were performed in a manner where the experimenters were blind
to the conditions. In all quantifications multiple investigators participated independently to ensure the reproducibility of the data.

The experimenters were not blind to the experimental groups in the case of all electrophysiological recordings and behavioral experiments as
the investigators perform visual guided recordings of selective cells (V2a-INs and NSPCs) that are expressing the green fluorescent protein
GFP. Regarding the behavioral experiments the investigators performed the experiments in sequential manner (one group at a time), thus,
blinding was not applicable.

All antibodies (primary and secondary) used in this study, along with details about the species raised, dilution used, and RRID
numbers, are provided in great detail in Supplementary Table 2.

All antibodies have been validated extensively in numerous previous publications:

BrdU: widely used marker for detection of the exogenous epitope of BrdU. The manufacturer validated the antibody (https://




