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The manuscript by Velazquez et al describes a long term high fat diet model to generate

NAFLD and aims to examine the effect of HFD on hepatic histology, metabolic

parameters, ER stress, inflammatory pathways and alterations in microbiota
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composition. The manuscript is clearly written and figures clearly presented. While the
authors show significant differences in the observed parameters there are queries (in
questions below) in regards to the model and conclusions drawn. 1) Figure 1 graph
labels include “Chow” - is this an error, should this read LFD? If chow is correct then
how does composition of the low fat diet compare with a normal chow diet? Why is
chow interchanged with LFD? Likewise what micro- and macronutrient composition
differences are there between the LFD and HFD? 2) To what extent does differences in
carbohydrates rather than fat content affect the liver and gut results observed? 3) What
age were the mice at the start of the experiment? 4) A large section of the discussion is
simply repeated text (ER stress discussion) - this needs to be corrected. Page 16 is
repeated on page 17/18. 5) Can the authors comment on the mild fibrosis and
inflammation seen in the young-LFD model? What causes mild hepatic injury in this
model in such a small time frame? Are these animals age matched for the start or end of
the experiment? Do the authors have measure of liver function such as transaminase
levels? 6) In Figure 3, what magnification are the inserts and what is being shown in
these inserts? 7) Can the authors further describe their NASH score, Figure 3]? Is this
equivalent to the NAS score as described by Kleiner et al and referred to in reference 21
of the manuscript? Given the significant ballooning, inflammation and steatosis in the
old HFD animals wouldn’t a higher NAS score be expected? Indeed wouldn’t the mild
inflammation and steatosis in old LFD animals would generate a NAS score above 0? 8)
Can the authors provide further explanation regarding the increased in p-EIF2a in the
old LFD group? What other evidence is there that these older animals are in the early
stage of chronic ER stress? 9) What evidence is there for cell death as described as an

explanation for the reduced F4/80 expression?
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SPECIFIC COMMENTS TO AUTHORS

The results of this study suggest that chronic HFD can mimic most of the

pathophysiological events observed in NAFLD, such as obesity, steatosis, non-alcoholic

stetohepatitis, insulin resistance, steatosis, liver ER stress, and gut dysbiosis. Therefore
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chronic HFD is suitable for the establishment of NAFLD model. The paper is well

written and is recommended for publication.
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