Dear Dr. Dsouza,

Thank you for the quick turn-around of our manuscript. I’ve added text to the manuscript and Table of Materials to improve the deficient areas you’ve outlined in the manuscript. I’ve also uploaded the citation policy of the Allen Institute to the JoVE website and have included it here as well. We believe that it allows use of images provided they are sufficiently cited. I will send the Allen Institute the final manuscript as requested on their website once it is approved.

Please let me know if there are any further requirements for us. Thank you so much for your help with this,

Jim Wager-Miller

Added text:

Process frozen tissue collected in this manner by adding cold RIPA buffer (50 mM Tris, pH 8.0, 150 mM NaCl, 1% Triton X-100, 0.1% SDS, 0.5% CHAPS and protein inhibitor cocktail (see Table of Materials)) for protein extraction, or a guanidinium-containing solvent (see Table of Materials) for RNA extraction to the frozen sample and immediately homogenize using either a glass dounce or mechanical homogenizer (see Table of Materials). In this way, protease and nuclease inhibitors are in place as the sample warms to protect protein and nucleic acids from degradation. 	Comment by Author: How exactly?

3.3. Adjust the brain’s position in the matrix with cold forceps so that the sagittal sinus and transverse sinus line up with the perpendicular grooves of the block (Figure 1D). This will help ensure symmetrical sections for easier dissection. Touch tips of forceps to dry ice briefly to chill before adjusting brain.

(D) To ensure symmetric sections, the brain should be positioned with cold forceps so that the sagittal sinus and transverse sinus line up with the perpendicular grooves of the block (white arrows).

Figure 3:  Determining ROIs using landmarks and the Allen Mouse Brain Atlas.  In this example, frozen brain sections are on the left with corresponding plates from the Allan Mouse Brain Atlas on the right.  ROIs (red dotted outlines) are identified by comparing visible landmarks (black shapes) to the Allen Mouse Brain  Atlas.  Landmarks include:  fa and cc, corpus callosum, aco, anterior commissur, VL, lateral ventricle, V3, third venticle.  Example ROIs:  Pl/Il, prelimbic and infralimbic cortex, ACB, nucleus accumbens, MOs, motor cortex, CP, caudoputamen, HPF, hippocampus/dentate gyrus.  Coronal atlas images on the right credit: Allen Institute. Images are from plates 40, 44, 55 and 71 (top to bottom) and were obtained from https://mouse.brain-map.org/experiment/thumbnails/100048576?image_type=atlas. 


From Allen Brain Institute website ( https://alleninstitute.org/legal/citation-policy/ ):
Citation Policy 
The Allen Institute provides the Content on the Sites as free open resources as a public courtesy. Any term that is capitalized but is not defined in this Citation Policy is defined in the Terms of Use.
Unless otherwise noted, we own the copyright for, and reserve all rights to, all of the copyrightable Content on our Sites. We also own a number of trademarks that are on our Sites including the Allen Institute (logo and words), Allen Institute for Brain Science (logo and words), Allen Institute for Cell Science (logo and words), The Paul G. Allen Frontiers Group (logo), Allen, Brain Explorer and Fueling Discovery. Other trademarks appearing on our Sites are the property of their respective owners.
While we encourage you to use these resources for your research or other noncommercial purposes, we want to ensure that our Content is afforded proper citation as detailed below in all cases where it is used publicly. For clarification about commercial use restrictions, please read the Terms of Use.
If you are unsure about how to cite a source or would like written approval for a specific use that is otherwise prohibited, please send us a message.
Please send us a copy of your publication or other work citing these resources to publications@alleninstitute.org. This helps us track when and how our Content is being used, and thus guide and support our continued efforts to provide useful open public resources.
Citation Guidelines
If you cite or display any Content, or reference our organization, in any format, written or otherwise, including print or web publications, presentations, grant applications, websites, other online applications such as blogs, or other works, you must follow these Citation Guidelines.
If you use specific images or other data downloaded from the Sites, in addition to citing the Specific Atlas or other resource as indicated below, please cite the specific image or data used and the URL that links directly to that information in a manner that would allow a third party to navigate to that image or data on the Site.
General Guidance
Primary publication
In cases where there is a primary publication about the specific resource, cite both the publication and the specific Site. Citation of the primary publication is essential when citing the resource in a scientific publication. In cases where it is not feasible to cite the primary publication, and only in such cases, the Site citation is sufficient on its own.
Anatomic reference atlas content
When citing anatomic reference atlas content, use the citation for the specific resource of which the anatomic reference atlas content is a part. For example, when using the reference atlas content in the Allen Developing Mouse Brain Atlas, cite the Allen Developing Mouse Brain Atlas as the source (not the Allen Developing Mouse Brain Reference Atlas).
Integrating our data into a website
When integrating our data into a website, for example, using our Allen Brain Atlas application programming interface (API), cite the source in a manner that is clear, accurate and easily discoverable and link to the source atlas. Also, be sure that our Content is never displayed in the absence of such citation.
White paper or other document
When citing a white paper or other document associated with a particular resource, cite the specific document by title and date, as well as the Site for that atlas or resource.
Specific Citation Guidance
Images

For images obtained from the Allen Institute website at www.alleninstitute.org, use the following citation:
Image credit: Allen Institute. 
Universal Web Citation Format

Use the following general citation format for any Allen Institute resource accessed digitally through the Allen Institute’s website or Allen Institute GitHub.

© [[year of first publication]] Allen Institute for Brain Science. [Name of Allen Institute Resource]. Available from: [Resource URL]
or
© [[year of first publication]] Allen Institute for Cell Science. [Name of Allen Institute Resource]. Available from: [Resource URL]

Examples:
© 2010 Allen Institute for Brain Science. Allen Human Brain Atlas. Available from: human.brain-map.org
© 2015 Allen Institute for Brain Science. Ivy Glioblastoma Atlas Project. Available from: glioblastoma.alleninstitute.org
© 2015 Allen Institute for Brain Science. DiPDE Simulator. Available from: github.com/AllenInstitute/dipde 
© 2015 Allen Institute for Brain Science. Allen Brain Atlas API. Available from: brain-map.org/api/index.html
© 2016 Allen Institute for Cell Science. Project Overview. Available from: alleninstitute.org/what-we-do/cell-science/our-research/project-overview/
Use the Universal Web Citation Format for reference to Allen Institute website versions of the following resources (year for citation is in parenthesis):
· Aging, Dementia and TBI (2016)
· Allen API (2015)
· Allen Brain Observatory (2016)
· Allen Cell Types Database (2015)
· Allen Developing Mouse Brain Atlas (2008)
· Allen Human Brain Atlas (2010)
· Allen Mouse Brain Atlas (2004)
· Allen Mouse Brain Connectivity Atlas (2011)
· Allen Spinal Cord Atlas (2008)
· Allen SDK (2015)
· BrainSpan Atlas of the Developing Human Brain (2010)
· Ivy Glioblastoma Atlas Project (2015)
· Mouse Diversity Study (2009)
· NIH Blueprint Non-Human Primate (NHP) Atlas (2009)
· Sleep Study (2007)
· Allen Institute resources available through GitHub (use year indicated on the resource)
· Any other online Allen Institute resources (use year indicated on the resource)
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Allen Mouse Brain Connectivity Atlas
Oh, S.W. et al. (2014) A mesoscale connectome of the mouse brain, Nature 508: 207-214. doi:10.1038/nature13186

BrainSpan Atlas of the Developing Human Brain
Miller, J.A. et al. (2014) Transcriptional landscape of the prenatal human brain, Nature 508: 199-206. doi:10.1038/nature13185

Ivy Glioblastoma Atlas Project
Puchalski R.B. et al.  (2018) An anatomic transcriptional atlas of human glioblastoma, Science 360(6389):660-663 doi:10.1126/science.aaf2666

Mouse Diversity Study
Morris, J.A. et al. (2010) Divergent and nonuniform gene expression patterns in mouse brain. Proceedings of the National Academy of Sciences 107(44):1049-19054 
Sleep Study
Thompson, C.L. et al. (2010) Molecular and anatomical signatures of sleep deprivation in the mouse brain. Frontiers in Neuroscience Vol. 4, Article 165. doi:10.3389/fnins.2010.00165
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