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Title: Double direct injection of blood into the cisterna magna as a model of subarachnoid hemorrhage

URL: https://www.jove.com/video/61322/title?status=a63328k

Were animals used humanely and was the appropriate anesthesia or analgesia provided for potentially painful procedures? 

Yes. Some additional details on surgical technique and analgesia are needed. 

Please provide additional comment, if necessary.

[bookmark: _GoBack]In addition to the suggestions in the table below, the introduction in the text could be enhanced by pointing out that this surgery is less invasive and less technically-challenging for the researchers than vascular rupture models. In addition to providing a more consistent SAH, the double direct injection method refines the animals’ experience (less pain from tissue disruption in surgery, less time under anesthesia) and reduces the total number of animals used, since fewer would be needed for personnel training.

No major deficiencies in animal care and use were identified in the submission, but the areas below need to be clarified for completeness.
	# 
	Time in the video
	comment
	Change in video required
Yes/No
	Change in text is sufficient
Yes/No
	Suggested Changes

	1
	4:30-4:38
	Is skin aseptically prepared before the incision is made?

	Yes – text overlay ok
	No
	Describe aseptic preparation of the the skin. Commonly, this is 3 alternating scrubs of the shaved area with povidone-iodine or chlorhexidine and alcohol or saline. Add this step to 2. Animal Preparation in text.

	2
	4:30-4:38
	Are instruments sterile?
	Text overlay ideal
	Yes
	Indicate that all instruments touching the aseptically-prepared skin/subcutaneous tissue are sterilized and handled aseptically. Add this detail to 3.1.1 SAH induction in text.

	3
	6:51-6:54
	Is skin again prepped?
	Yes, text overlay ok
	 No
	To re-open the incision and suture it closed, asepsis is expected. A non-irritating prep like povidone iodine and sterile saline are recommended.

	4
	6:55-7:01
	Is cotton swab sterile?
	No
	Yes
	Indicate aseptic technique is used in step 3.2.2.

	5
	7:25
	Are additional analgesics given? Original buprenorphine dose lasts only 8-12 hours
	If yes, add text
	No
	If analgesic is given at induction of second day anesthesia, please specify this for clarity.

	6
	8:00-8:14
	Include brief discussion of humane endpoints used instead of mortality 
	No
	Yes
	To help set the “norm” for monitoring and humane endpoints, could include a few statements about developing humane endpoints. Did mice that then died lose more weight than other animals? Appear less active prior to being found dead? A statement like, “Unless approved for scientific necessity by the animal care committee, the use of humane endpoints is strongly recommended. In our studies, mice that succumbed after the SAH procedures ___(e.g. lost more than 15% body weight, were lethargic for 12 hours prior, etc.)__.”
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