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	1
	text
	The monitoring of anesthesia should be more completely discussed.  The primary anesthetic is Isoflurane gas, while use of urethane is briefly mentioned in the Representative Results section.  These mice are anesthetized at a surgical plane for the craniotomy, but then maintained at a very light plane of sedation for recording responses to stimulation.  With regard to animal welfare it is important to explain how the animals are monitored to ensure they are not suffering pain or distress yet are responsive to the stimuli listed.  Is urethane also used?  If so, explain.
	
	We recommend addressing this concern in the text protocol. 
	I am a little confused. The online text article does not mention urethane, so it appears the vet reviewed an older version of the paper (a previous draft erroneously stated we were using urethane, but that is false and has been removed).
Here in our lab at ULeth, we primarily use isoflurane, but these experiments can be performed with any acceptable anesthesia including (but not limited to) isoflurane, urethane, ketamine or pentobarbital.

We have clarified protocol step 1.3 to state, “… Further reduce to as low as 0.4 – 0.8% during imaging, provided proper anesthesia is maintained. These low levels of anesthesia require vigilant and frequent monitoring of the mouse (about every 5 min) to ensure it remains areflexic to painful stimuli” 


	2
	text
	For surgical preparation (Preparation, Section 1, #9) note that the disinfectants chlorhexidine and alcohol should be used alternately for three cycles (not three times with one and then three times with the other).


	
	As above.
	We have correctly stated this part. 
Here at ULeth, we first cleanse 3x with chlorhexidine, then 3x with 70% ethanol. This technique is approved (and taught) by our Animal Welfare Committee.

	3
	text
	The video states that isofluorane as low as 0.5% can be used for data recording
	The article states the low end of the range is 0.6%.  This is an unusually low amount of isoflurane that may not prove effective.  The article should provide a range supported by a literature reference and clearly state that constant patient monitoring and anesthesia adjustment is a requirement to prevent pain and distress
	As above. 
	We actually go as low 0.4% (I have updated the manuscript to reflect this. This value has been reported elsewhere in the literature. I have updated Step 1.3 to show a range of 0.4 – 0.8% for stimulation. And we now note that frequent vigilant monitoring is required. 
It really depends on the mouse, and you are correct to say that it “may not be effective”. Some mice can’t go below 0.8% and others have gone for hours at 0.4%. 0.5 or 0.6 is typical for these experiments in our hands.
I have added a few references showing studies using isoflurane as low as 0.4 – 0.5%.

	4
	text
	The description of chemical cleaning is equated to autoclaving
	The article should state that chemical sterility not chemical cleaning would be equivalent. It should remove the methods listed (such as alcohol) which are not proper sterilants
	As above. 
	Since these experiments are only designed for acute sessions, where the animal never regains consciousness, sterility is in fact overkill. 
However, since it is our goal to demonstrate good aseptic technique I have adjusted step 1.1 by deleting: “Otherwise, use tool cleaning solutions, bead sterilizers, and isopropyl alcohol to clean surgical tools.”



	5
	text
	The article states that isoflurane is dehydrating
	It should say that prolonged anesthesia is dehydrating since this is not specific to isoflurane as implied.

The article should clearly state saline should be given during surgical preparation as well as repeated every 1-2 hrs
	As above. 
	This is a fair point. We were simply trying to state that isoflurane is *more* dehydrating than injection anesthetics. I have updated the Note following step 1.3 to read: “Note: Dehydration can become problematic due to the high surface to volume ratio of the mouse and exacerbated by prolonged use of isoflurane.” 

	6
	text
	In the section on Euthanasia; it almost sounds like euthanasia is only done when the preparation doesn’t turn out well.  Please clarify that the procedures listed are done after recording is completed from successful preparations as well as for those that do not go well.


	
	As above. 
	Fair point. I have updated the paragraph preceeding Step 6.1 to include: “Whether the surgery/ experiment was successful or not, humanely euthanize the mouse at the completion of the experiment:”

	7
	text
	When discussing use of butyl cyanoacrylate glue (procedure 2, #6 and 9) please note that the surface must be dry.  The video also mentions using this glue if vessels are bleeding.  It will not stick to a wet surface.  Use of gauze or a sterile cotton tip applicator with direct pressure or dabbing the surface first is needed.  


	
	As above.
	I have added the following statements to these sections: “Ensure the tissue has been dried with cotton tipped applicators or rolled tissues to increase the efficacy of the adhesive.”
Note that in the video, it shows us first using a heat cauterizer, then we apply glue over these regions, to ensure the bleeding sites are secure.




