Supplementary [image: A graph of a number of different types of data

AI-generated content may be incorrect.]Figure 1. Validation of injection placement and CNO dose response. (A) Energy expenditure (EE) in LeprCre mice expressing AAV5-hSyn-DIO-hM3D(Gq) in POA neurons following intraperitoneal (i.p.) injection of PBS (n = 8) or varying CNO concentrations (0.003 mg/kg, n = 4; 0.015mg/kg, n = 8; 0.01 mg/kg, n = 8; 0.03 mg/kg, n = 4; 0.3 mg/kg, n = 4) at room temperature (RT). Injections were administered at 09:00. (B) Total locomotor activity (LA) in LeprCre mice following PBS or CNO administration. (C) Correlation between locomotor activity and food intake (FI) at the 0.01 mg/kg CNO dose. Data are presented as mean ± SEM.

[image: A graph of a graph showing the amount of water in the water

AI-generated content may be incorrect.]Supplementary Figure 2. CNO drinking-water dose response. (A) Energy expenditure (EE) in LeprCre mice expressing AAV5-hSyn-DIO-hM3D(Gq) in POA neurons following CNO administration via drinking water at varying concentrations (0 mg/ml, n = 5; 0.00025 mg/ml, n = 5; 0.000005 mg/ml, n = 2; 0.00005 mg/ml, n = 3; 0.0005 mg/ml, n = 3; 0.00125 mg/ml, n = 2) at RT. (B) Locomotor activity (LA) in LeprCre mice following PBS or CNO administration. Data are presented as mean ± SEM.
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Type of antibodies Source Reference Dilution

Primary antibodies

rabbit anti-cFos Synaptic Systems Cat# 226003: RRID: AB_2231974 1:1000

rabbit anti-POMC Pheonix Pharmaceuticals Cat# H-029-30; RRID: AB_23439 1:1000

chicken anti-GFP Abcam Cat# AB13970; RRID: AB_300798 1:1000

Secondary antibodies

ImmPRESS®HRP Goat Ant-Rabbit lgG | Vector Laboratories Cat# MP-7451: RRID: AB_2631198 120

Polymer Detection Kit, Perovidase

donkey anti-rabbit IgG-Alexa Fluor 594 Initrogen Cat# A21207; RRID: AB_141637 1500

donkey anti-chicken IgG-Alexa Fluor488 | Jackson ImmunoResearch Laboratories | Cat# 703-545-155; RRID: AB_2340375 1500

Addgene virus stocks Titer Source Reference
AAVS-hSyn-DIO-hM3D(Ga}-mCherry 30x10% Addgene Cat# 44361-AAVS; RRID: Addgene_44361
FAAVS/Ef1a-DIO-hChR2(H134R)-mCherry. 40x102 UNC Vector Core | Cat AV5214B

Mouse lines. Source Reference

C57BLI6) Jackson Laboratory Cat# 000664: RRID: IMSR_JAX-000664

B6.129-Leprseshiont)

Founder mice from Jackson Laboratory, bred at
Pennington Biomedical Research Center

Cat# 032457 RRID: IMSR_JAX-032457

C57BL/6J-Tg(Pomc-EGFP)TLowid

Founder mice from Jackson Laboratory, bred at
Pennington Biomedical Research Center

Cat# 009593; RRID: IMSR_JAX-009593

Mcdgmiesian))

Founder mice from Jackson Laboratory, bred at
Pennington Biomedical Research Center

Cat# 030759 RRID: IMSR_JAX-030759

B6:12954-GtROSA)26S0r™

E—

Founder mice from Jackson Laboratory, bred at
Pennington Biomedical Research Center

Cat# 024750; RRID: IMSR_JAX-024750

B6J.Cg-GH(ROSA)26Sores:(046 Soalsies/hwar)

Founder mice from Jackson Laboratory, bred at
Pennington Biomedical Research Center

Cat# 028865 RRID: IMSR_JAX-028865

Otherreagents Source Reference
Clozapine N-oxide (CNO) (freebase) HelloBio Cat# HB1807
Clozapine N-oxide (CNO) dihydrochioride (Water soluble) HelloBio Cat# HB6149
Angiotensin BACHEM Cat# 4474-913
Acetyl{Nle* Asp*D-Phe’ Lys"-cyclo-a-MSH (4-10) amide (MTIl) | BACHEM Cat# 4039778





