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Figure S1. Insulin signalling in IPCs and some DANSs is not required for feeding inhibition.

Related to Figure 1.
(A) Knockdown of InR in IPCs did not affect the PIFI or SIFI effect. n = 5-6.
(B) Knockdown of InR in various subsets of DANs did not affect the PIFI effect. n = 5-6.

n represents the number of trials. Student’s 7 test for Relative Food Consumption (RFC). One-way

ANOVA, Dunnett test for Suppression Index (SI). *, p < 0.05. ** p <0.01. *** p <0.001. n.s.

indicates no statistical significance. The data are shown in Mean + S.E.M.
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Figure S2. Identification of two types of DANs in R67D01-labeled neurons. Related to Figure

2.

(A) TH staining (red) marks the cell bodies of two types of DANs in R67D01-neurons from the
anterior view (A1) and the posterior view (A3). Scale bar, 100 um. A2 and A4 are the partial
enlarged view of A1 and A3. Scale bar, 20 um.

(B-E) The expression pattern of the split-Gal4 lines of R67D01-p65AD in combination with
different Gal4DBD fly strains. Scale bar, 50 um.

(F-H) The enlarged view of cell bodies of T1-Gal4 (Fig. 2A), PPM3-Gal4 (Fig. 2B) and T1°-Gal4
(Fig. 2C). Scale bar, 50 pm.
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Figure S3. No synaptic but functional connection between IPCs and T1-DANs. Related to

Figure 3.

(A) The 3D illustration of filipodia-like (arrow) and lamellipodia-like (star) cellular protrusion
of T1-DANSs. R and L indicates the right and left side, respectively. Scale bar, 10 um.

(B-C) There was no detectable GRASP signal between IPCs and T1-DANs. Scale bar, 50 um.

(D) Activation of IPCs induced a remarkable increase in calcium levels of T1-DANs.
Representative images in different groups. Scale bar, 15 pm.

(E-F) Each row in the heat map represents the AF/Fo response of one T1-DANs neuron. Each pair

of vertical dashed lines marks stimulation duration. The number of brains n = 10-12.
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Figure S4. Silencing PPM3-DANs does not affect the PIFI effect. Related to Figure 4.

(A)  The diagram of optogenetic manipulation in the pre-feeding paradigm.

(B)  Flies showed comparable PIFI when light was OFF. n = 5.

(C-D) Inhibition of PPM3-DANSs does not affect PIFI. n = 5-6.

(E)  Flies showed comparable PIFI when light was OFF. n = 6-7.

(F-G) Flies showed comparable food consumption when light was OFF. n = 6-10. Same set of
data were used for the first and seventh column in all the three groups of experiments.

n represents the number of trials. Student’s ¢ test for Relative Food Consumption (RFC) in B-E.

One-way ANOVA, Dunnett test for Suppression Index (SI) in B-E and RFC in G. See also Table

S2 for Two-way ANOVA comparison between groups. *, p < 0.05. **, p <0.01. *** p <0.001.

n.s. indicates no statistical significance. The data are shown in Mean + S.E.M.
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Figure S5. Activation of PPM3-DANSs does not affect protein feeding. Related to Figure 5.

(A) The diagram of optogenetic manipulation in the feeding test.

(B-C) Flies showed comparable food consumption when light was OFF. n = 5-6 in B. n = 13-15
in C.

(D) Opto-activating PPM3-DANSs did not affect protein intake. n = 5-8.

(E-F) Flies showed comparable choice index when light was OFF. n = 6-8.

n represents the number of trials. One-way ANOVA, Dunnett test for Relative Food Consumption

(RFC) in B-D and Choice Ratio in E and F. *, p <0.05. **, p <0.01. *** p <(0.001. n.s. indicates

no statistical significance. The data are shown in Mean + S.E.M.



Figure S6. T1-DANs form synaptic and functional connections with PB-LNs. Related to
Figure 6.
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(D-E) Each row in the heat map represents the AF/Fo response of individual PB-LNs. Each pair
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The expression pattern of different types of PB-projecting neurons.
The syb:GRASP between T1-DANs and PB-projecting neurons (B1-B4). B0 is the control
with no PB-driver.
Activation of TI-DANSs induced a remarkable increase in calcium levels of PB-LNs.

Representative images in different groups.

of vertical dashed lines marks stimulation duration. The number of brains n = 9-11.

Scale bar, 50 pm.



A B ok % %k n.s.
Starvation (24h) N
Agar 1.04 o [E
8 L) T .
4 LI I K N B
l 0.5 r'| ]
m 0.0 |*|
Test (10min) PB-LN - + + - + +
Tryptone / Sucrose CsChrimson + - + + - +
c 150 D 150
n.s. n.s.
x
ﬁ 100 eee % 1004
-g - o H £ op °
2 2
- 8 504 & B 50
. E 3 £
0- 0
PB-LN - + + PB-LN - + +
GtACR2 + + CsChrimson + - +

Figure S7. Manipulation of PB-LNs does not affect motility. Related to Figure 7.
(A-B) Flies showed comparable food consumption when light was OFF. n = 7-10.

©)
D)
n represents the number of trials. One-way ANOVA, Dunnett test. *, p <0.05. **, p <0.01. ***,

Silencing PB-LNs did not affect the climbing activity of flies. n = 6.
Optogenetic activation of PB-LNs did not affect the climbing activity of flies. n = 6-7.

p <0.001. n.s. indicates no statistical significance. The data are shown in Mean + S.E.M.



