Dear Prof. Werth,
Please find enclosed the manuscript entitled “Immunohistochemical identification of orexin and endocannabinoid receptors in the adult zebrafish at peripheral and central level” which we wish  to submit for publication  in JoVE.
This article describe the immunohistochemical protocols for the characterization and localization of orexin peptides, orexin receptor and endocannabinoid receptor expression in the gut and brain of normal and diet induced obesity (DIO) adult zebrafish, using immunoperixidase and double immunofluorescence methods. Specifically, we describe the best protocols to obtain optimal immunostaining signals.
We describe the methods of immunoperoxidase and immunofluorescence reporting the protocols for the preparation of all the reagents,  fixation, paraffin-embedding and cryoprotection of zebrafish gut and brain and for the endogenous activities blocking step and background counterstaining. The complete set of parameters is obtained from previously IHC experiments, by which we have shown how the immunofluorescence can help to understand OXs, OX-2R and CB1R distribution, localization and conservation of expression in adult zebrafish tissues. The resulting images with high and specific signal intensity lead us to confirm zebrafish as a suitable animal model for the immunohistochemical study of distribution, localization and evolutionary conservation of specific biomarkers in physiological and pathological conditions. We recommend the protocols presented here for IHC experiments to detect general profiling of specific biomarkers in zebrafish. 
For these reasons we believe this article to be of high potential interest for the readership of JoVE. We very much look forward to hearing your opinion regarding our article.

Sincerely,

Roberta Imperatore, PhD

Department of Science and Technologies, University of Sannio
Via de Sanctis, snc - Benevento 82100 (BN), Italy



