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Validation

Sample sizes were determined via reference to prior studies using equivalent techniques. (Respirometry - Yatsenko et al., 2014 and Van
Voorhies et al., 2008; Grooming - King et al., 2020; Radiolabeling - Katewa et al., 2012; TAG - Gronke et al., 2003 and Wat et al., 2020; Feeding
- Ja et al., 2007; Survival - Tong et al., 2007)

No data were excluded from the study.

Major experimental findings were replicated multiple times on different days using different respirometers. All positive results from
respirometry experiments were replicated once more on different days. All attempts at replication were successful.

Flies were collected randomly from vials and assigned randomly to experimental or control groups where relevant. Experimental and control

genotypes were run in parallel to control for extraneous variables (e.g., time of day effects).

Blinding was performed in experiments that required manual scoring (grooming). In respirometry experiments, the genotypes were spatially

interleaved in individual tubes across the experimental apparatus (to control for position effects), precluding blinding. In this case, the

measurement was quantitative (meniscus position relative to a reference position), reducing the risk of bias.

PRIMARY ANTIBODIES

• Rabbit anti-GFP (lnvitrogen, A11122, Lot #2015993 and #20832201)

• Mouse anti-Brp (Developmental Studies Hybridoma Bank, NC82, 10/4/18)

• Mouse anti-Nf1 (mAb21): The et al., 1997 (ref in manuscript), additional information is not available

• Mouse anti-phospho-ERK (Sigma, M8159, Lot #057M4752V)

• Rabbit total ERK (rabbit, CST 9102, Lot #27)

• Mouse anti-!-tubulin (Developmental Studies Hybridoma Bank, E7, 11/29/18)

SECONDARY ANTIBODIES

• Goat anti-rabbit lgG (Alexa 488, lnvitrogen, A11008, Lot #188524)

• Goat anti-mouse lgG (Alexa 633, lnvitrogen, A21052, Lot #1848436)

• Goat anti-mouse IgG (Alexa 800, Invitrogen, A32730, Lot# UC279294)

• Donkey anti-rabbit IgG (Alexa 680, Invitrogen, A10043, Lot# 2044851)

• Horseradish peroxidase-conjugated anti-Rabbit lgG (H+L) (Jackson lmmunoResearch, 711035152)

• Horseradish peroxidase-conjugated anti-Mouse lgG (H+L) (Jackson lmmunoResearch, 715035151)

• Rabbit anti-GFP (lnvitrogen A-11122): Western Blot and lmmunostaining- Published species (Thermofisher Sci website, under

product specification)




