Cover Letter 
Dear Editors, 
We would like to submit the enclosed manuscript entitled "An advanced murine model for nonalcoholic steatohepatitis in association with type 2 diabetes" for publication in Jove. 
After the experimental discovery of the link between adipose tissue inflammation and the development of insulin resistance and following complications, the therapeutic potential of “interventional immunology” is a topic of interest. Despite successes in many different murine models, efficient translation to human intervention trials has been difficult. Laboratory mice kept in specific pathogen-free housing  might not reflect relevant aspects of the antigen-experienced human immune system. 
In the present manuscript, a simple and reliable diet-induced rodent animal model for nonalcoholic steatohepatitis is described, achieved through non-specific pathogen free housing of the animals and administration of a specific high-fat diet. We compared diet-induced obesity in SPF mice with those housed in non-SPF conditions being widely exposed to environmental germs and developing an “immune aged” phenotype. Here, we found that obesity-induced inflammation is profoundly affected by environmental conditions as antigen-experienced mice develop a distinct metabolic phenotype compared to mice maintained under SPF conditions. 
[bookmark: _GoBack]Regarding the technical aspects of this manuscript, we provide a detailed protocol to identify hepatic and adipose immune cell subsets in an advanced mouse model to recapitulate human immunological conditions exposing mice to environmental germs. 
We expect our ﬁndings not only to be of interest to experimental communities in the ﬁeld of immunometabolism but also to reveal the limitations of specific pathogen free laboratory mice as immunological models. We hope that you will consider it favorably for publication in Jove. We affirm that the manuscript has been prepared in accordance with guidelines for authors. We have read the manuscript and the content of this manuscript has not been previously published in any journal, is not being submitted for publication elsewhere and has been approved by all authors. Finally, we confirm that we did not have any prior discussions with a Jove  editor about the work described in the manuscript. 
Sincerely, on behalf of all authors, 
Julia Sbierski-Kind
Berlin November 30th, 2018





