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Materials & experimental systems
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Methods

n/a Involved in the study

ChIP-seq

Flow cytometry

MRI-based neuroimaging

Antibodies
Antibodies used

No statistical methods were used to determine sample size. Typical sample size in the field is 5-20. With this in mind, sample size was
determined based on our initial observations and previous reports Gatto and Broadie (2011). With the exception of Western blots, sample size
N refers to number of brains. For Western blots N refers to number of independent protein extractions which each consisted of 2 brains.

All datasets in all experiments were subject to a ROUT outlier test to remove any outliers that could impact data interpretation. The ROUT
outlier test is an established means to remove outlier data as recommended by GraphPad Prism software. The decision to perform this test on
every dataset in this study was made a priori to ensure analysis was done in an unbiased fashion.

All experiments were replicated multiple times, spaced over time, with independent samples for each replicate. All attempts at replication
were successful.

Flies were sampled randomly for each experiment.

All data sets were analyzed blind via renaming image files. Western blots were run with all conditions simultaneously with each blot/image
containing all conditions in parallel at the same time.

Primary Antibodies with commercial availability:

1. Rabbit anti GFP (Abcam 290)

2. Mouse anti PDF (DSHB PDF C7)

3. Mouse anti Draper (DSHB 8A1)

4. Rabbit anti phospho InR beta (Cell Signaling Tyr1146)

5. Chicken anti GFP (Abcam, AB13970)

6. Mouse anti Repo (DSHB 8D12)

Primary Antibodies without commercial availability:

1. Rabbit anti Shrub (gift from Fen-Bioa Gao's lab, Reference-Sweeney et al 2006)

2. Goat anti Ced-12 (gift from Erika Geisbrecht, Reference-Geisbrecht et al 2008)

3. Rat anti Ced-6 (gift from takeshi Awasaki, Reference-Awasaki et al 2006)

4. Chicken anti Src42a (gift from Shigeo Hayashi, Reference-Shindo et al 2008)

5. Rabbit anti Drk (gift from Efthimios Skoulakis, Reference-Moressis et al 2009)

6. Rat anti Pretaporter (gift from Yoshinobu Nakanishi, Reference-Kuraishi et al 2009)

Secondary Antibodies:

1. AlexaFluor 488 goat anti rabbit (Invitrogen A10667)
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Validation

2. AlexaFluor 568 goat anti mouse (Invitrogen A11004)

3. AlexaFluor 633 goat anti mouse (Invitrogen A21050)

4. AlexaFluor 568 goat anti rabbit (Life technologies A11011)

5. AlexaFluor 800 goat anti mouse (Invitrogen A32703)

6. AlexaFluor 680 donkey anti goat (Invitrogen A21084)

7. AlexaFluor 680 goat anti rat (Invitrogen A21069)

8. AlexaFluor 790 goat anti chicken (Abcam 175787)

9. AlexaFlour 488 goat anti chicken (Invitrogen A11039)

10. AlexaFluor 680 goat anti rabbit (Invitrogen A27042)

12. AlexaFluor 488 goat anti mouse (Invitrogen A10667)

Primary Antibodies:

1. Rabbit anti GFP (Abcam 290)

https://www.abcam.com/gfp-antibody-chip-grade-ab290.html

Information as listed on the website written above:

Product name

Anti-GFP antibody

Description

Rabbit polyclonal to GFP

Host species

Rabbit

Specificity

Anti-GFP antibody (ab290) is a highly versatile antibody that gives a stronger signal than other anti-GFP antibodies available. On
Western blot the antibody detects the GFP fraction from cell extracts expressing recombinant GFP fusion proteins and has also been
shown to be useful on mouse sections fixed with formalin. In Immunocytochemistry, the antibody gives a very good signal on
recombinant YES-GFP chimeras expressed in COS cells (McCabe et al. 1999 and figure below). It is routinely used in
Immunoprecipitation (IP) and IP-Western protocols and has been used successfully in HRP Immunohistochemistry at 1:200 on whole-
mount mouse embryos.

This antibody is reactive against all variants of Aequorea victoria GFP such as S65T-GFP, RS-GFP and EGFP.

Tested applications

Suitable for: ELISA, IHC-FrFl, Electron Microscopy, IHC-FoFr, ICC, IHC-P, IHC-Fr, IP, WB

Species reactivity

Reacts with: Species independent

Immunogen

Recombinant full length protein corresponding to GFP.

Database link: P42212

Validated in: Flow Cyt, ELISA, ICC/IF, ChIP, IHC-FrFl, ChIP/Chip, IHC - Wholemount, Electron Microscopy, IHC-FoFr, ICC, IHC-P, IHC-Fr,
IP, WB.

Reference: Golovin et al. J Neurosci. 39(16):2995-3012. (2019).

Data in this study Fig 1, 3a, 9a. Supp Fig 6, 7, 8.

2. Mouse anti PDF (DSHB PDF C7)

https://dshb.biology.uiowa.edu/PDF-C7

Information as listed on the website written above:

Antigen: Pigment-dispersing factor neuropeptide

Hybridoma Cells Available: Yes

Antigen Species: Drosophila

Isotype: MIgG2b, kappa light chain

Host Species: mouse Depositors

Positive Tested Species Reactivity: Cabbage root fly, Cockroach, Drosophila, Mosquito

Depositors Notes: Fusion date: 2005. Recognizes Drosophila larval and adult brains.

Antigen Molecular Weight: Predicted: PDF, 2kDa; PDF precursor, 11.5kDa

Gene: Pdf

Immunogen: amidated pigment dispersing factor neuropeptide

Alternate Gene Names: Dmel\CG6496; Drm-pdf; Drm-PDF; PAP; cPDH; PDH

Clonality: Monoclonal

Epitope Mapped: Yes

Myeloma Strain: SP2-0/Ag14

Epitope Location or Sequence: NSELINSLLSLPKNMNDA-NH2

Uniprot ID: O96690

Immunogen Sequence: NSELINSLLSLPKNMNDA-NH2

Entrez Gene ID: 43193

Antibody Registry ID: AB_760350 AB_2315084

Additional Information: The neuropeptide PDF represents the C-terminus portion (aa 83-100) of the Protein PDF [Uniprot O96690].
The neuropeptide PDF regulates circadian loco motor rhythms.

Recommended Applications: Immunofluorescence, Immunohistochemistry

Recommended applications immunofluorescence and immunohistochemistry.

References: Cyran et al. J Neurosci. Jun 1;25(22):5430-7(2005). Selcho et al. J Comp Neurol. 526(8):1307-1328 (2018).
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Data in this study Fig 1, 2, 3b-d, 4, 5, 6c, 7, 8, 9b, 10b. Supp Fig 1, 2, 6b, 7b

3. Mouse anti Draper (DSHB 8A1)

https://dshb.biology.uiowa.edu/Draper-8A1

Antigen: Draper

Hybridoma Cells Available: Yes

Antigen Species: Drosophila melanogaster

Isotype: MIgG2a

Host Species: mouse

Positive Tested Species Reactivity: Drosophila Depositors

Notes: Fixation: 4% PFA for whole mount.

Antigen Molecular Weight: Predicted: Multiple isforms between 59 and 114 kDa

Gene: drpr

Immunogen: NPIVYNESLK

Alternate Gene Names: CG2086

Clonality: Monoclonal

Epitope Mapped: Yes

Myeloma Strain: SP2/0

Epitope Location or Sequence: NPIVYNESLK

Uniprot ID: Q9W0A0 Q9W0A1 M9PGU6 M9PDW5 M9PBI3 M9NEX8

Immunogen Sequence: Partial protein

Entrez Gene ID: 38218

Antibody Registry ID: AB_2618106

Additional Information: Draper is an engulfment receptor involved in cell death and phagocytosis. This antibody will recognize all
Draper isoforms.

Recommended applications immunofluorescence and Western blot.

Reference: Musashe et al. Cell Rep 16(7):1838-50 (2016). Used this for immuno labeling of drosophila brains.

Data in this study Fig 6a. Supp Fig 4a, 6a, 9a.

4. Rabbit anti phospho InR beta (Cell Signaling Tyr1146)

https://www.cellsignal.com/products/primary-antibodies/phospho-igf-i-receptor-b-tyr1131-insulin-receptor-b-tyr1146-
antibody/3021

Antibody was Validated by manufacturer with Western blot of extracts from 3T3-L1 adipocytes, untreated or insulin-treated, and IP.

Reference: Musashe et al. Cell Rep 16(7):1838-50 (2016). Further Validated in this reference via immunostaining in animals
expressing insulin receptor knock down and show reduction in signal.

Data in this study Fig 9a. Supp Fig 6, 8.

5. Rabbit anti Shrub (gift from Fen-Bioa Gao's lab, Sweeney et al 2006)

Reference of generation: Sweeney et al. Curr Biol. 16(10):1006-11. Validated via western blot of Shrub null.

additional reference: Vita and Broadie Sci Rep. 7, Article number: 8683 (2017). Reducing Shrub levels resulted in reduced Shrub
bands on Western blot.

Data in this study Fig 10a. Supp Fig 7a

6. Goat anti Ced-12 (gift from Erika Geisbrecht, Geisbrecht et al 2008)

Reference of generation: Geisbrecht et al. Dev Biol. 314(1):137-49 (2008). Validated via Western blot of HA-tagged Ced-12 after IP.
Bands were further confirmed via mas spectrometry.

Data in this study Fig 6b.

7. Rat anti Ced-6 (gift from Takeshi Awasaki, Awasaki et al 2006)

Reference of generation: Awasaki et al. Neuron. 50(6):855-67. (2006). Validated via Western blot.

Data in this study Fig 6b.

8. Chicken anti Src42a (gift from Shigeo Hayashi, Shindo et al 2008)

Reference of generation: Shindo et al. Development. 135(7):1355-64. (2008). Validated via immunostaining in Src42a mutants. Also
used in Western blots after IP.

Data in this study Fig 6b.

9. Rabbit anti Drk (gift from Efthimios Skoulakis, Moressis et al 2009)

Reference of generation: Moressis et al. J Neurosci. 29(8):2611-25 (2009). Validated via immunostaining of homozygous null
embryos. Antibody also used in western blots.

Data in this study Fig 6b.

10. Chicken anti GFP (Abcam, AB13970)

https://www.abcam.com/gfp-antibody-ab13970.html

Product name

Anti-GFP antibody

Description

Chicken polyclonal to GFP

Host species




