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Re: Manuscript Resubmission to JoVE
Dear Dr. Steindel,

We are pleased to resubmit our Methods Article entitled “An antibody feeding approach to study glutamate receptor trafficking in dissociated primary hippocampal cultures” to be considered for publication in JoVE under the “Neuroscience” category. We would like to thank the editors and the reviewers for their positive and constructive comments on our original submission. We have spent the past few weeks addressing the concerns raised by each reviewer, and, as a result, we now include revised Figures 2, 3 and 4. As suggested, we have performed additional controls to reinforce the reliability of our protocol and modified the text to include detailed instructions for image analysis. Importantly, we have written a macro which can be opened in FIJI to automate the analysis routine. This macro can easily be altered to provide more individualized workflows that are pertinent to an individual experimenter’s data. These modifications are outlined in our point-by-point “response to the reviewers” document.

In this article, we present a method to study glutamate receptor (GluR) trafficking in dissociated primary hippocampal cultures. Specifically, we use an antibody-feeding approach to evaluate the surface expression, internalization, and recycling of GluRs. This is a very versatile protocol that can be used in combination with pharmacological approaches or overexpression of altered receptors to gain valuable information about stimuli and molecular mechanisms affecting GluR trafficking. Similarly, it can be easily adapted to study other receptors or surface expressed proteins.

To exemplify the utility of this protocol, we have analyzed the increase in the surface expression of the endogenous GluA1 subunit of AMPAR after inducing chemical LTP (cLTP). Similarly, we have overexpressed a phospho-mimetic mutant of the GluN2B subunit of NMDARs (GluN2B S1480E) and quantified its internalization and recycling ratio in comparison to GluN2B wild-type (WT). This is an example of the utility of this protocol to investigate molecular mechanisms affecting GluR trafficking and surface expression.

Although other protocols explaining antibody-feeding approaches have been published elsewhere, here we provide some technical advice that we expect to be useful for the neuroscience community. 
Thanks again for the opportunity.  
[image: image2.png]



Sincerely,

Antonio Sanz-Clemente. Ph.D.

Assistant Professor of Pharmacology

Feinberg School of Medicine

Northwestern University
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