


2

nature
portfolio

|
rep

orting
sum

m
ary

M
arch

2021

For a reference copy of the document with all sections, see nature.com/documents/nr-reporting-summary-flat.pdf

Life sciences study design
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Behavioural assays were run in a similar manner to Mazzoni et al. 2005 and Dettman et al. 2001. Our sample sizes (12-15 animals for each of
the 12-15 replicas for each group) exceed both of these articles.

No data were excluded from the analysis

All behavioral experiments were run over a three day period with 4-6 replica per day to account for reproducibility concerns. All attempts for
replication were successful.

Animals from each genotype/treatment were randomly selected from a group of larvae.

The experimenter was blind to the genotype of the animals for inhibition experiments. For activation experiments, blinding could not be
performed since the experimenter had to avoid chromosomal balancers and the presence of certain balancers indicated which genotype was
being used.

The antibodies used in this study are: anti-PDF rabbit, anti-PTTH guinea pig, anti-PER mouse, anti-GFP rabbit (Thermo Fisher
Scientific, A11122), anti-HA rat (Roche, 11867423001), anti-Brp mouse (nc82; DSHB), donkey anti-rabbit Alexa Fluor 488 (Thermo
Fisher Scientific, A-21206), goat anti-rat Alexa Fluor 555 (Invitrogen, A21434), donkey anti-mouse Alexa Fluor 647 (Thermo Fisher
Scientific, A-31571)

anti-PDF : This antibody was developed and first used by Dircksen, H. et al., Cell and Tissue Research 1987

anti-PTTH: This antibody was developed and first used by Yamanaka, N. et al., Science 2013

anti-PER: This antibody was developed and first used by Lamaze et al., Curr Biol 2018

anti-GFP: This commercial antibody was verified by Relative expression to ensure that the antibody binds to the antigen stated.
https://www.thermofisher.com/antibody/product/GFP-Antibody-Polyclonal/A-11122

anti-HA The commercially available Anti-HA-Biotin; High Affinity is function tested by Western blot analysis of a HA-tagged fusion
protein. https://www.sigmaaldrich.com/US/en/product/roche/roahaha

anti-Brp: This antibody was developed by Wagh, et al. 2006 Neuron it is distributed by the DSHB.

donkey anti-rabbit Alexa Fluor 488: https://www.thermofisher.com/order/genome-database/generatePdf?productName=Rabbit%
20IgG%20(H+L)&assayType=PRANT&productId=A-21206&detailed=true

goat anti-rat Alexa Fluor 555: https://tools.thermofisher.com/content/sfs/manuals/mp02794.pdf

donkey anti-mouse Alexa Fluor 647: https://www.thermofisher.com/order/genome-database/generatePdf?productName=Mouse%
20IgG%20(H+L)&assayType=PRANT&productId=A-31571&detailed=true

Drosophila melanogaster, adult males and early third instar stage male and female larvae were used for all experiments. The
genotypes of the flies used is included in the methods section of the article.

No wild animal was used




