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Cover Illustration: Nervous systems feature neurons with diverse shapes and complex spatial relationships, and the
nervous system ofDrosophila melanogaster provides a powerful model for characterizing neuronal diversity and connec-
tivity. Visualizing the morphology of individual neurons is essential for understanding circuit architecture, yet it remains
technically challenging due to the densely packed nature of neural tissue. In Drosophila, the multicolor flip-out (MCFO)
technique allows the stochastic labeling of a limited number of neurons within a given GAL4 expression pattern, enabling
single-cell resolution of neuronal morphology. In this issue, Marshall et al. describe a detailed protocol for performing
MCFO in Drosophila larvae, from outlining the steps for crossing the MCFO driver fly line with the GAL4 line of interest,
to image analysis (doi:10.1101/pdb.prot108422). The cover image shows a projection of a first instar Drosophila larval
central nervous system stained with anti-Even-skipped (magenta) and anti-HA (green). An Even-skipped–positive lateral
interneuron sends its neurite across the midline and terminates in the thoracic ventral nerve cord. Single-cell morphology
was captured using the MCFO technique. This particular morphology is uniquely identified in the connectome as A08v.
Image provided by the authors.

Responsible Science and Research

Researchers using the procedures described inCSH Protocolsmust obtain all necessary permissions and appropriate
approvals from the local institutional reviewboard (IRB) or other appropriate ethics committee, prior to the start of
the study. All work using human subjects and animalsmust be performed in accordancewith the ethical standards
of the relevant institutional and national committees for such matters and the WMS Declaration of Helsinki on
ethical principles for medical research.

General Cautions

The procedures described in CSH Protocols should be performed by laboratory personnel with experience in lab-
oratory and chemical safety or students under the supervision of trained personnel. The procedures, chemicals,
and equipment referenced in these manuals may be hazardous and could cause serious injury unless performed,
handled, and used with care and in a manner consistent with safe laboratory practices. Students and researchers
using the procedures in these manuals do so at their own risk. It is essential for your safety that you consult the
appropriate Material Safety Data Sheets, the manufacturers’ manuals provided with the relevant equipment, and
your institution’s Environmental Health and Safety Office (hereafter referred to as safety office), as well as the
General Safety and Disposal Cautions (see www.cshprotocols.org/cautions), for proper handling of hazardous
materials. Cold Spring Harbor Laboratory makes no representations or warranties with respect to the material
set forth in CSH Protocols and has no liability in connection with the use of these materials.

All registered trademarks, trade names, and brand names mentioned in CSH Protocols are the property of the
respective owners. Readers should consult individual manufacturers and other resources for current and specific
product information.

Appropriate sources for obtaining safety information and general guidelines for laboratory safety are provided in the
General Safety and Hazardous Material Information page online (www.cshprotocols.org/cautions).
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