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Dresden, 24.7.2015
Using Light Sheet Fluorescence Microscopy to Image Zebrafish (Danio rerio) Eye Development
Dear Mary,
As discussed with you earlier this year, we now submit the protocol for the light sheet imaging of zebrafish eye development by Icha, Schmied et al. 
As laid out in our initial correspondence, this protocol describes the steps of a typical light sheet microscope experiment.  The protocol starts with the mounting of zebrafish embryos for imaging and the assembly of the sample chamber and then continues with the actual operation of the light sheet microscope. Additionally, we introduce an image processing pipeline for processing multiview dataset using an open source solution in Fiji. We believe that several steps in a typical light sheet microscopy experiment, especially the sample mounting and data processing, are lengthy to explain as well as to understand in a written form, but will be effectively communicated through the video that we will produce together.
In the discussion, we provide guidelines and troubleshooting suggestions of different levels of expertise for a successful light sheet microscopy experiment. This protocol should thereby give the newcomers to the field an overview of the important steps that need to be followed during a light sheet microscopy experiment. But for the more experienced researcher, it will serve as a reference of the current state of the light sheet microscopy methods. We hope that this outline meets your expectations and we are confident that it can become a reference for the field.

The contributions of authors of the manuscript are as follows. JI, JS acquired the data for representative results section. CS performed the image processing. JI, CS wrote the manuscript. SP provided a new unpublished version of the Multiview Reconstruction plugin. PT, CN supervised the study and edited the manuscript.
We would like to suggest the following reviewers, for their strong expertise in light sheet microscopy and/or zebrafish developmental biology.

Emmanuel Reynaud,  School of Biology&Environment science, University College Dublin, emmanuel.reynaud@ucd.ie
Brian Link, Department of Cell Biology, Neurobiology & Anatomy, Medical College of Wisconsin, blink@mcw.edu
Tassos Pavlopoulos, HHMI Janelia Farm Research Campus, pavlopoulosa@janelia.hhmi.org
James Swoger, Centre for Genomic Regulation Barcelona, jim.swoger@crg.eu
Isaac Bianco, Neuroscience Physiology and Pharmacology, University College London, i.bianco@ucl.ac.uk
Hernan Lopez Schier, Research Unit Sensory biology and Organogenesis, Helmholtz Centrum Munich, hernan.lopez-schier@helmholtz-muenchen.de
We would like to thank you for the opportunity to share our knowledge and views on application of light sheet microscopy in developmental biology and we look forward to hearing from you soon. Please do not hesitate to contact us in case anything is unclear.
With kind regards
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