
To the Editor
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March 03, 2020

Dear Dr. Aaron Berard,
Please find enclosed a replication manuscript entitled, “Pharmacological validation of the pre-pulse inhibition of startle response in larval zebrafish using a commercial automated system and software” by N. S. Banono & C. V. Esguerra, 2020. In this article, we aimed to provide a comprehensive validation of pre-pulse inhibition of the acoustic startle response in zebrafish larvae using the recently launched ZebraBox Revo (ViewPoint, France) in combination with EthoVision (Noldus, Netherlands) software as previously characterized by Burgess & Granato, 2007. To our knowledge, such a study is necessary to improve, refine and standardize protocols used for neurobehavioral research. Due to a growing interest in zebrafish as an animal model for central nervous system diseases, we believe it will serve as a valuable tool for those using zebrafish in neuropsychiatry research, in particular, in the area of high-throughput screening or for those trying to elucidate the contribution of neuropsychiatry risk genes to disease pathologenesis.
First, we assess the ability of the ZebraBox Revo and EthoVision software to accurately deliver/capture acoustic stimuli and characterize the larval C-start response respectively, with a detailed description of the modulatory PPI effects induced by drugs targeting dopaminergic and glutamatergic signaling. Herein, we highlight both the advantages and limitations of the two systems and provide recommendations, when relevant, on how to circumvent these challenges. 
We have also included supplementary materials that complements the description of the equipment set-up used and optimizations performed to reduce external interference in our experimental protocol. 
Although we realize that other people may be selected, we would like to nominate the following reviewers:

1. Prof. Dr. Mehmet Fatih Yanik
(Zebrafish expert in brain imaging and high-throughput screening)
Professur für Neurotechnologie
ETH Zürich
8057 Zürich, CH
Phone: +41 44 633 31 65
Email: yanik@ethz.ch 






2. Dr. Will Norton
(Zebrafish Behavioural Neuroscience)
Associate Professor
Department of Neuroscience, Psychology and Behaviour
University of Leicester, University Road, Leicester, LE1 7RH, UK
Phone: +44 (0)116 252 5078
Email: whjn1@le.ac.uk 

3. Prof. Dr. Stephan Neuhauss
(Zebrafish expert in visual system function and behavioural assays of visual behaviours)
Institute of Molecular Life Sciences
University of Zurich, Winterthurerstrasse 190, CH-8057 Zurich, CH
Phone: +41 (0)44 635 60 40
Email: stephan.neuhauss@uzh.ch 

4. Dr. Christian Tudorache
Assistant professor
Wiskunde en Natuurwetenschappen
Instituut Biologie Leiden
IBL Animal Sciences & Health
Sylviusweg 72, 2333 Leiden, Room number 6.514B, NL
Phone: +31 71 527 4759 
Email: c.tudorache@biology.leidenuniv.nl 

5. Prof. Teresa Nicolson
(Zebrafish expert in hearing and balance)
300 Pasteur Drive
Edwards R139 Stanford University
Stanford, CA 94305, USA
Phone: 650-725-3708
Email: tnicolso@stanford.edu 

6. Prof. Kari Espolin Fladmark
(Expert in behavioural testing of  neurotoxicants linked to human neurodegenative diseases using the zebrafish)
Department of Biological Sciences (BIO)
University of Bergen
[bookmark: _GoBack]Phone: +47 55 58 45 14
Email: Kari.Fladmark@uib.no


We hope that you will find our study interesting and relevant for publication in the Journal of Visualized Experiments, and hope that it fulfills all requirements necessary for its publication. This manuscript has not been and will not be published in whole or in part in any other journal. We, the authors, have no competing interests, have read and have abided by the statement of ethical standards for manuscripts submitted to the Journal of Visualized Experiments. 


We thank you for considering our manuscript and look forward to hearing from you!

Best regards,
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Camila V. Esguerra, PhD
Group Leader, Chemical Neuroscience Group, Centre for Molecular Medicine Norway (NCMM)
Adjunct Associate Professor, School of Pharmacy, University of Oslo
Oslo Innovation Centre (Forskningsparken), Gaustadalléen 21, 0349 Oslo, Norway
Office: +47 228 40534; Mobile: +47 950 40178
E-mail: c.v.esguerra@ncmm.uio.no
Website: http://www.med.uio.no/ncmm/english/groups/esguerra-group/
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