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716
717 Fig. $13 | Bitbow 'U RV R S Kénfrd) complex serotonergic neuron. Top, the entire Bitbow fly image with
718 the central complex highlighted in white. Bottom, a Z-frame montage from O ym to 25 ym, demonstrating the
719 structure of the central complex innervation by a single serontonergic neuron in Z.
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720
721 Fig. $14 | pISCM imaging of Bitbow mouse brain. a, Outline of the protocol used to prepare a Bitbow mouse
722 brain sample. In brief, AAV.hSyn-Flp was injected into a Bitbow*/CamKII-tTA* young adult mouse. The animal
723 was sacrificed at 5 weeks post injection. Brain section was then gelled and cleared following a miriEx
724 expansion protocol with modification to allow FP secondary antibody amplified by ACE. b, Overview of a 26TB
725 image dataset taken with the pISCM. ¢,d Two regions highlighted in b, which display multiple colors of Bitbow
726 labeled neurons. AAV, adeno-associated virus; ACE, Amplification by Cyclic Extension.
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728 Data and Code Availability

729 Code and design files related to this project is available on GitHub repositories at:

730 e https://qgithub.com/Cai-Lab-at-University-of-Michigan/pISCMv1_Design

731 e https://github.com/Cai-Lab-at-University-of-Michigan/pISCMV1_code
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