Please review the veterinary concerns outlined below and address them through either video edits (via on-screen text or narration changes) or text manuscript edits.

· For text edits, please download the PDF from the text article link provided below, insert your suggested changes as comments, and return the annotated file to us.

· For video edits, we only require your approval/requested information. The JoVE editing team will implement the necessary revisions.

Links to the article:

Text: https://review.jove.com/t/70150?status=a72156k
  
Video: https://review.jove.com/v/70150?status=a72156k
   
Reviewer 1 Comments: 
Location in Text: Intranasal Instillation (3.1)
Comment: Suggestion to include drug doses in mg/kg and not µL/g. 
Suggested change: See above.

Location in Text: General
Comment: For each procedure that requires anesthesia, there isn’t an explanation of how to ensure the animal is at the appropriate plane of anesthesia. 
Suggested change: Add verbiage at appropriate places to describe how to check that an animal is appropriately anesthetized particularly for terminal procedures and those procedures that could be painful. 

Location in Text: General
Comment: There aren’t clinical signs described for mice with sepsis. 
Suggested change: Suggestion to add clinical signs that could be observed in sepsis models aside from weight loss and how to treat and/or humane endpoints so that death as an endpoint is not the default. 

Reviewer 2 Comments: 
Time in Video: 2:30
Comment: The volume of blood shown is VERY LARGE for a survival sample from a mouse. Maximum volume from a single draw from a mouse is approximately 200-300 µL. The sample shown looks to be approximately 3-4 times that.
Suggested change: Eliminate the shot of the blood in the tube. Replace with suggested volume and route that is necessary to draw at each time point. If blood collection is meant to be terminal, state explicitly.

Location in Text: 3.2 & 3.6
Comment: These steps describe instilling 50 µL into the nostrils. It is confusing to read and unclear what the proper method is to ensure appropriate instillation.
Suggested change: Reword to clarify that instillation occurs 5-10 µL at a time, nostrils alternating, until a total of 50 µL has been administered.

Location in Text: 3.8
Comment: The duration and purpose of affixing the mouse to a board is unclear. At what point in recovery are mice released from this slanted board?
Suggested change: Clarify steps and emphasize continuous monitoring to ensure minimization of restraint stress.

Location in Text: 3.8
Comment: The threshold for providing supplemental heat is vague.
Suggested change: As animals with a very high surface area to bodyweight ratio, mice can often benefit from supplemental heat. Edit text to suggest supplemental heat to promote anesthetic recovery while emphasizing continuous monitoring to ensure animals are not overheated

Location in Text: Sections 4, overall
Comment: Number of animals per group seems arbitrary.
Suggested change: Describe how the number of animals per group was selected (power analysis or otherwise) to justify 40 animals in one group vs. 10 and 15 in the others.

Location in Text: Section 4.1 through 4.5
Comment: Study endpoints/euthanasia timelines are unclear.
Suggested change: Ensure each step of model evaluation is clear as to which portions are survival vs. terminal.

Location in Text: 4.1.1, 4.4.1
Comment: Cardiac puncture is generally NOT recommended as a survival blood collection technique.
Suggested change: If this is meant to be a terminal procedure, clarify as such and include provisions for anesthesia/euthanasia. Additionally, if cardiac puncture is used, the collection is not of peripheral blood. If it is meant to be a survival procedure, describe an alternate (appropriate) route of blood collection.

Location in Text: 4.2.1
Comment: This step describes serum analysis without describing blood collection.
Suggested change: Include description/mention of blood collection, providing an appropriate route and describing whether the sample is taken as a survival or terminal procedure.

Location in Text: 4.5.3
Comment: This procedure is described as either being performed under anesthesia or after euthanasia.
Suggested change: Clarify when each situation may be desired.

Location in Text: 4.5.3.3
Comment: Text is repetitive.
Suggested change: Clarify whether this process is repeated 3-5 times, 3 times, or until a total lavage volume of 1.5 mL is obtained.

Location in Text: 4.6
Comment: Is this truly a survival analysis (animals are permitted to spontaneously die) or are humane endpoints used to reduce distress?
Suggested change: Clarify the method of survival analysis and any validated endpoints or scoring system used to determine the point of humane euthanasia.

