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December 24th, 2018

Dear JOVE editor,
We would like to submit the enclosed manuscript entitled “In vivo binding assay for RNA binding proteins in bacteria” by Noa Katz, Roni Cohen, Orna Atar, Sarah Goldberg, and Roee Amit. The manuscript includes three figures, and three supplementary tables. The supporting material is essential for a thorough review of the paper.  This paper is based on another manuscript by us entitled “An in vivo binding assay for RNA-binding proteins based on repression of a reporter gene”, which was published this month in ACS Synthetic Biology.
[bookmark: _GoBack]In this manuscript, we describe a method to quantify the binding affinity of RBPs to cognate and non-cognate binding sites using a simple, live, reporter assay in bacterial cells. The assay is based on the synthetic biology approach, where the binding site is placed in the ribosomal initiation region of a fluorescent reporter gene, while we induce production of the RBP. In doing so, we create a competition between the RBP and the ribosome for binding to the mRNA molecule. This competition is reflected by declining reporter levels as increasing concentrations of inducer are added, and the production of the RBP rises. 
We demonstrate the implementation of the assay on two well-known phage coat proteins, PP7 and MS2, with both native and mutated binding sites in different locations. We present quantitative results that match the predictions, as both RBPs present a high affinity for their positive controls, and a non-detectible binding affinity for the negative controls. In addition, previous studies that have used these two RBPs have seen them to be orthogonal, which is also clearly conveyed in the sample results presented. 
Thus, our method is relevant for those who wish to quantify and compare between the binding affinity of different RBPs that are functional in bacteria to various known and unknown binding sites. 
We look forward to your comments on our manuscript.					      
					Sincerely, 
[image: ]
Roee Amit
Assistant Professor
Department of Biotechnology and Food Engineering
Technion - Israel Institute of Technology
Haifa, Israel

טל.077-8871895, פקס 077-8871894 ; Tel. 972-77-8871895, Fax 972-77-88718949
דואר אלקטרוני: Email: roeeamit@technion.ac.il
קרית הטכניון, חיפה 3200003 , ישראל ; Technion city, Haifa 3200003, Israel
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