Dear Dr. Steindel:
	# 
	Time in the video
	comment
	Change in video required
Yes/No
	Change in text is sufficient
Yes/No
	Suggested Changes

	1
	Introduction (~16 seconds)
	Surgeon wearing exam gloves, presumably not sterile. Proper garb is shown later in video. Surgical prep is incomplete
	yes
	
	Delete this clip

	Response:  Thank you for your comment. We have deleted this clip.


Thank you very much for your letter and the veterinary’s comments for our manuscript, JoVE59386 "Design of Cecal Ligation and Puncture (CLP) and Intranasal Infection Dual Model of Sepsis-induced Immunosuppression". A revised manuscript with the correction sections red marked was submitted. The new revised version of video has been submitted to the dropbox. The detailed corrections are listed below point-by-point.
Thank you again very much for all your helps and looking forward to hearing from you soon.
Yours sincerely,
Min Wu, MD, PhD, Professor of Immunology

To Veterinary review:
Were animals used humanely and was the appropriate anesthesia or analgesia provided for potentially painful procedures? Unclear – see below


	# 
	Time in the video
	comment
	Change in video required
Yes/No
	Change in text is sufficient
Yes/No
	Suggested Changes

	2
	3:37 (and line 133)
	Not appropriate to use silk suture in skin because it wicks bacteria
	Yes
	Yes
	Delete section of clip showing use of silk in skin (it is ok in body wall and to ligate cecum). Modify line 133 in narrative – ok to close skin with wound clips or non-braided suture eg nylon.

	Response:  Thank you for your reminder. We have deleted this clip and changed line 133 into nylon surgical sutures in our revised manuscript.

	3
	Line 102
	150 ul volume of anesthetic given IM may be excessive
	
	yes
	Guidelines recommend not greater than 10-50 ul/site – total volume must be divided into multiple muscle groups and/or concentration increased to reduce injection volume ( https://www.jove.com/science-education/10198/compound-administration-i)

	[bookmark: _GoBack]Response:  Thanks for your suggestion. We have changed to use 0.1 mL/mouse of ketamine (80 mg/kg), xylazine (10 mg/kg) mixture intraperitoneally administered on Lines 102-103.

	4
	Line 133
	Typo “mesenterial”
	
	yes
	“mesenteric”

	Response: We are very sorry for our incorrect writing. We have corrected this word.

	5
	Line 142
	
	
	Yes
	Buprenorphine dose is incorrect. Should be 0.05 mg/kg BID/TID or 1.2 mg/kg of SR-buprenorphine. Provide scientific justification for not giving it, or delete statement that it was not given.

	Response: Thank you for your comment. We have changed to 50 µg/kg every 12 h and deleted the statement “not used in this experiment”.

	6
	Line 315
	Statement about fluid therapy is unclear – is it recommended or not
	
	Yes
	clarify

	Response: So sorry for this mistake.  We have re-written this paragraph on lines 315-317. Fluid resuscitation is considered to prevent shock and rapid death due  to circulation collapse and develop a hyperdynamic animal sepsis model which more closely mimics hemodynamic profile of human sepsis.

	7
	Line 344-349
	Placement of cecum on sterile drape not done
	
	yes
	Harmonize with video  line 349 which states it should be done

	Response: We are sorry for our careless mistakes. The last revision, we have reshot the clips showing that the mouse was draped during the operation and the cecum was placed on the sterile drape, not exteriorized onto unclipped and non-disinfected skin. This time we have deleted these descriptions about not placement of the cecum on a sterile drape.






