Re: JoVE60495 "Quantitative Measurement of Intrathecally Synthesized Proteins in mice."


Dear Sir/Madam


Thank you for the opportunity to submit a revised version of the manuscript mentioned above. 

We appreciate the editor inputs. However, we feel like few crucial concepts need to be clarified regarding the protocol we are proposing for publication on JoVE. These should help the editor to better understand the crucial points of our protocol, in order to optimize the publication process. 

1. The main point of the procedure is the final calculation of the albumin quotient and the protein index. Thus, it is imperative the final calculation steps are included in the highlighted content and therefore, in the video protocol.
2. One strength of our protocol is that it can be adapted to any quantification method, e.g., Luminex, ELISAs, or Simoa. By providing a detailed protocol for protein quantification by Luminex, we believe readers may feel confused and limited to a single quantification technology. We want to avoid this misunderstanding by keeping the protein quantification protocol more general, at least in the highlighted content.    
3. Another strength of our protocol is that it can be applied to any protein. Regardless of the quantification method, different proteins require different and specific assay conditions. Therefore, we cannot provide unique quantification conditions, specifically sample dilutions in CSF and serum or detection antibodies, with this protocol.
4. Representative results were obtained using commercial quantification kits. E.g., the MilliPlex MAP Mouse Immunoglobulin Isotyping Magnetic Bead Panel from Millipore, was used to quantify IgG levels in mouse CSF and serum specimens. We do not want (and we are not allowed) to publish a protocol based on a commercial kit. Therefore, we are providing a more general protocol, without referring to IgG, which is not the one we used with the kit.       
5. MagPlex Microspheres (antibody-coupled) and MilliPlex MAP Mouse Immunoglobulin Isotyping Magnetic Bead Panel are trade names for the magnetic beads and the Luminex quantification kit respectively. As instructed by the editor, trade names have been deleted by the text. 
We have revised the manuscript per the editor suggestions, although we do not feel like some of the changes, specifically those regarding the quantification method, actually improve the manuscript. As requested, revisions to the body of the manuscript were emphasized with track changes. We hope that the revised manuscript along with our explanations above will now be acceptable for publication on JoVE.
Sincerely,
[bookmark: _GoBack]Francesca Gilli, PhD
