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Supplementary Table 1. Genotypes of flies in each experiment.
	Figure
	Genotype

	Fig. 1

	
	wild-type, +HRP: +/Y; UAS-HRP-CD2/+; VT033006-GAL4/+
wild-type, –HRP: +/Y; UAS-HRP-CD2/+; +/+
acj6 mutant, +HRP: acj66/Y; UAS-HRP-CD2/+; VT033006-GAL4/+
acj6 mutant, –HRP: acj66/Y; UAS-HRP-CD2/+; +/+

	
Fig. 2

	a
	control: UAS-mCD8-GFP, UAS-dcr2/+; +/+; VT033006-GAL4DBD, C15-p65AD/+
acj6-RNAi: UAS-mCD8-GFP, UAS-dcr2/+; UAS-acj6-RNAi (VDRC: 9827)/+; VT033006-GAL4DBD, C15-p65AD/+
otk-RNAi: UAS-mCD8-GFP, UAS-dcr2/+; +/+; VT033006-GAL4DBD, C15-p65AD/UAS-otk-RNAi (BDSC: 25790)
Dop1R1-RNAi: UAS-mCD8-GFP, UAS-dcr2/+; +/+; VT033006-GAL4DBD, C15-p65AD/UAS-Dop1R1-RNAi (BDSC: 55239)
Dop2R-RNAi: UAS-mCD8-GFP, UAS-dcr2/+; +/+; VT033006-GAL4DBD, C15-p65AD/UAS-Dop2R-RNAi (BDSC: 36824)
Nep3-RNAi: UAS-mCD8-GFP, UAS-dcr2/+; UAS-Nep3-RNAi (VDRC: 37803)/+; VT033006-GAL4DBD, C15-p65AD/+
Ostγ-RNAi: UAS-mCD8-GFP, UAS-dcr2/+; +/+; VT033006-GAL4DBD, C15-p65AD/UAS-Ostγ-RNAi (BDSC: 34638)
stol-RNAi: UAS-mCD8-GFP, UAS-dcr2/+; +/+; VT033006-GAL4DBD, C15-p65AD/UAS-stol-RNAi (BDSC: 25893)
piezo-RNAi: UAS-mCD8-GFP, UAS-dcr2/+; UAS-piezo-RNAi (VDRC: 105132)/+; VT033006-GAL4DBD, C15-p65AD/+
CG5027-RNAi: UAS-mCD8-GFP, UAS-dcr2/+; +/+; VT033006-GAL4DBD, C15-p65AD/UAS-CG5027-RNAi (BDSC: 28305)

	c–e
	control: +/Y; otk-FRT-V5-STOP-FRT-FLAG-STOP/GH146-Flp
acj6 mutant: acj66/Y; otk-FRT-V5-STOP-FRT-FLAG-STOP/GH146-Flp

	f
	tubP-GAL80, hsFlp, FRT19A/FRT19A; GH146-GAL4, UAS-mCD8-GFP/+

	g
	tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/+

	h
	GH146-GAL4, UAS-mCD8-GFP, hsFlp122/+; tubP-Gal80, FRT42D/otk3, FRT42D

	i
	tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-otk

	
Fig. 3

	a
	tubP-GAL80, hsFlp, FRT19A/FRT19A; GH146-GAL4, UAS-mCD8-GFP/+

	b
	tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/+

	c
	hsFlp, UAS-mCD8-GFP/+; tubP-GAL80, FRT40A, GH146-GAL4/piezoKO, FRT40A

	d
	tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/+; UAS-piezo/+

	e
	hsFlp, UAS-mCD8-GFP/+; tubP-GAL80, FRT40A, GH146-GAL4/piezoKO, FRT40A; UAS-piezo/+

	g
	tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/+; UAS-piezoMFAA/+

	h
	hsFlp, UAS-mCD8-GFP/+; tubP-GAL80, FRT40A, GH146-GAL4/piezoKO, FRT40A; UAS-piezoMFAA/+

	i
	control: tubP-GAL80, hsFlp, FRT19A/FRT19A; GH146-GAL4, UAS-mCD8-GFP/+
acj6–/–: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/+
acj6–/– + piezo: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/+; UAS-piezo/+
acj6–/– + piezoMFAA: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/+; UAS-piezoMFAA/+

	j
	control: hsFlp, UAS-mCD8-GFP/+; tubP-GAL80, FRT40A, GH146-GAL4/FRT40A 
piezo–/–: hsFlp, UAS-mCD8-GFP/+; tubP-GAL80, FRT40A, GH146-GAL4/piezoKO, FRT40A
piezo–/– + piezo: hsFlp, UAS-mCD8-GFP/+; tubP-GAL80, FRT40A, GH146-GAL4/piezoKO, FRT40A; UAS-piezo/+
piezo–/– + piezoMFAA: hsFlp, UAS-mCD8-GFP/+; tubP-GAL80, FRT40A, GH146-GAL4/piezoKO, FRT40A; UAS-piezoMFAA/+

	
Fig. 4

	
	Control: tubP-GAL80, hsFlp, FRT19A/FRT19A; GH146-GAL4, UAS-mCD8-GFP/+
acj6–/–: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/+
acj6–/– + acj6-J: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-acj6-J
acj6–/– + otk: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-otk
acj6–/– + piezo: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/+; UAS-piezo/+
acj6–/– + Dg: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-Dg
acj6–/– + Dop1R1: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-Dop1R1
acj6–/– + Dop2R: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-Dop2R
acj6–/– + Nep3: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-Nep3
acj6–/– + CG5027: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-CG5027
acj6–/– + Ostγ: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-Ostγ
acj6–/– + otk + Dg: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-otk/UAS-Dg
acj6–/– + otk + piezo: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-otk/+; UAS-piezo/+
acj6–/– + otk + Dop1R1: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-otk/UAS-Dop1R1
acj6–/– + otk + Dop2R: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-otk/UAS-Dop2R
acj6–/– + otk + Dg: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-otk/UAS-Dg
acj6–/– + Dg + piezo: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-Dg/+; UAS-piezo/+
acj6–/– + Dg + Dop2R: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-Dg/UAS-Dop2R
acj6–/– + Dg + Nep3: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-Dg/UAS-Nep3

	
Extended Data Fig. 1

	a
	UAS-HRP-CD2/+; VT033006-GAL4/+

	b–e
	wild-type, +HRP: +/Y; UAS-HRP-CD2/+; VT033006-GAL4/+
wild-type, –HRP: +/Y; UAS-HRP-CD2/+; +/+
acj6 mutant, +HRP: acj66/Y; UAS-HRP-CD2/+; VT033006-GAL4/+
acj6 mutant, –HRP: acj66/Y; UAS-HRP-CD2/+; +/+

	
Extended Data Fig. 2

	
	wild-type, +HRP: +/Y; UAS-HRP-CD2/+; VT033006-GAL4/+
wild-type, –HRP: +/Y; UAS-HRP-CD2/+; +/+
acj6 mutant, +HRP: acj66/Y; UAS-HRP-CD2/+; VT033006-GAL4/+
acj6 mutant, –HRP: acj66/Y; UAS-HRP-CD2/+; +/+

	
Extended Data Fig. 3, 4

	
	UAS-mCD8-GFP, UAS-dcr2/+; +/+; VT033006-GAL4DBD, C15-p65AD/+
with a single-copy, heterozygous UAS-RNAi on the 2nd or 3rd chromosome (RNAi line number listed on the Figures)

	


Extended Data Fig. 6

	b
	+/Y; otk-FRT-V5-STOP-FRT-FLAG-STOP/+

	c, d
	control: +/Y; otk-FRT-V5-STOP-FRT-FLAG-STOP/GH146-Flp
acj6 mutant: acj66/Y; otk-FRT-V5-STOP-FRT-FLAG-STOP/GH146-Flp

	e, g
	GH146-GAL4, UAS-mCD8-GFP, hsFlp122/+; tubP-Gal80, FRT42D/FRT42D 

	f, h
	GH146-GAL4, UAS-mCD8-GFP, hsFlp122/+; tubP-Gal80, FRT42D/otk3, FRT42D

	
Extended Data Fig. 7

	a
	hsFlp, UAS-mCD8-GFP/+; tubP-GAL80, FRT40A, GH146-GAL4/FRT40A

	b
	hsFlp, UAS-mCD8-GFP/+; tubP-GAL80, FRT40A, GH146-GAL4/piezoKO, FRT40A

	c
	hsFlp, UAS-mCD8-GFP/+; tubP-GAL80, FRT40A, GH146-GAL4/piezoKO, FRT40A; UAS-piezo/+

	d
	hsFlp, UAS-mCD8-GFP/+; tubP-GAL80, FRT40A, GH146-GAL4/piezoKO, FRT40A; UAS-piezoMFAA/+

	
Extended Data Fig. 8

	
	Control: tubP-GAL80, hsFlp, FRT19A/FRT19A; GH146-GAL4, UAS-mCD8-GFP/+
acj6–/–: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/+

	a, b
	acj6–/– + otk: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-otk
acj6–/– + Dop1R1: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-Dop1R1

	c, d
	acj6–/– + Nep3: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-Nep3
acj6–/ + Dg: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-Dg

	e, f
	acj6–/– + Ostγ: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-Ostγ
acj6–/– + Dg: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-Dg

	g, h
	acj6–/– + piezo: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/+; UAS-piezo/+
acj6–/– + Dop2R: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-Dop2R

	i, j
	acj6–/– + Nep3: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-Nep3

	k, l
	acj6–/– + Dop1R1: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-Dop1R1
acj6–/– + Dop2R: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-Dop2R

	
Extended Data Fig. 9

	
	Control: tubP-GAL80, hsFlp, FRT19A/FRT19A; GH146-GAL4, UAS-mCD8-GFP/+
acj6–/–: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/+
acj6–/– + acj6-J: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-acj6-J
acj6–/– + otk: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-otk
acj6–/– + piezo: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/+; UAS-piezo/+
acj6–/– + Dg: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-Dg
acj6–/– + Dop1R1: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-Dop1R1
acj6–/– + Dop2R: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-Dop2R
acj6–/– + Nep3: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-Nep3
acj6–/– + CG5027: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-CG5027
acj6–/– + Ostγ: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-Ostγ
acj6–/– + otk + Dg: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-otk/UAS-Dg
acj6–/– + otk + piezo: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-otk/+; UAS-piezo/+
acj6–/– + otk + Dop1R1: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-otk/UAS-Dop1R1
acj6–/– + otk + Dop2R: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-otk/UAS-Dop2R
acj6–/– + otk + Dg: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-otk/UAS-Dg
acj6–/– + Dg + piezo: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-Dg/+; UAS-piezo/+
acj6–/– + Dg + Dop2R: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-Dg/UAS-Dop2R
acj6–/– + Dg + Nep3: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-Dg/UAS-Nep3

	
Extended Data Fig. 10

	a
	control: tubP-GAL80, hsFlp, FRT19A/FRT19A; GH146-GAL4, UAS-mCD8-GFP/+
acj6–/–: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/+
acj6–/– + Dg: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-Dg
acj6–/– + Nep3: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-mCD8-GFP/UAS-Nep3
acj6–/– + Dg + Nep3: tubP-GAL80, hsFlp, FRT19A/UAS-mCD8-GFP, acj66, FRT19A; GH146-GAL4, UAS-Dg/UAS-Nep3

	b
	control: +/Y; Dg-FRT-V5-STOP-FRT-FLAG-STOP/+
acj6 mutant: acj66/Y; Dg-FRT-V5-STOP-FRT-FLAG-STOP/GH146-Flp
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