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Title: Protocol for the Transthoracic Echocardiographic Examination in the Rabbit Model

URL: https://www.jove.com/video/59457/title?status=a61463k

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

Please provide additional comment, if necessary.

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

	Example
	2:20 – 2:34
	Name of drug used for anesthesia is not mentioned
	No
	Yes
	
	

	1
	n/a
	What depth of anesthesia is sufficient for the procedure?

	NO
	YES
	Describe how the depth of anesthesia is monitored, and what criteria would be used for additional doses of injectable anesthesia. 
	The appropriate depth of anesthesia was established by the presence of muscle flaccidity, absence of palpebral reflex, mandibular movements and sniffing.  This clarification has been included in the text of the manuscript (see section 1.1.2.).
Due to the short duration of the procedure (animal preparation + echocardiography = 20-25 minutes), a single dose was usually sufficient to complete it. If the procedure was delayed for some reason, the presence of mandibular movements and sniffing are usually the earliest signs of reduced depth of anesthesia state. Considering that it was a painless procedure, even in these cases re-dosing was rarely necessary. 

	2
	
	Thermal blanket?  The video shows only a table with an absorbent pad. 
	YES
	YES
	Procedure pads are not acceptable methods of providing external heat support.   
	Indeed, a thermal blanket/heating pad (green rectangle in the video) was always used during the echocardiographic procedure to avoid hypothermia. Sometimes it was placed under an absorbing cloth (time: 00:27) or directly under the animal (time 2:51-9:38). It is a blanket specially designed for use on animals that heats only the area of the blanket that comes into contact with the animal. Additionally, the animal was covered with a cloth to reduce the loss of temperature. This last procedure was not used during the recording of the video to facilitate the observation of the positioning of the animal. We have made the recommendation of the use of the thermal blanket more evident, by moving a comment from section 1.1.1. to a standalone section 1.2. in the protocol. The animal resting on a thermal blanket is already shown in the video (time: 0:17, 0:27, and  2:51-9:38).

	3
	n/a
	Was the rabbit fasted before the procedure?
	NO
	YES
	Fasting is not recommended for rabbits as they don’t vomit, and they have prolonged gastric emptying times.  If fasting was used, there needs to be a description on how intraoperative metabolic acidosis and hypoglycemia was prevented, and how postoperative gastrointestinal stasis was managed.
	This is truly an important aspect that we forgot to mention in the text and since we do not routinely fast the rabbits for this procedure. Indeed, the animals were not subjected to any fasting before the procedures for the same reasons alluded to by the reviewer. We have added this to section 1.4 of the protocol as well as relevant references.

	4
	n/a
	Procedure length
	NO
	YES
	Describe the length (minutes) of the procedure.  
	As indicated above, the entire procedure (animal preparation and echocardiography) had an average duration of 20-25 minutes. As noted by the last conclusion of the video (time: 14:25), after inducing anesthesia, in experienced hands the echocardiographic examination can be completed within 15 minutes. This has now been added to the discussion section of the manuscript (Lines 644-646).

	5
	00:14
	Anesthesia is accomplished with one injection with Ketamine / Medetomidine mixed in the same syringe?  
	NO
	YES
	Describe how the K/M cocktail is prepared and administered in one syringe, or if it was administered with two injections.
	Both drugs were loaded in the same syringe, homogenized and administered in the same injection shot to the patient. This is visible in the video at time 2:27.  This has already been described in section 1.1 of the manuscript.

	6
	00:14
	Anesthesia monitoring not described.
	YES
	YES
	The patient must have at least temperature, respiration, SPO2 and heart rate monitored for any anesthetic events.  It is OK if heart rate is monitored by ultrasound but that needs to be described.
	Effectively, the heart rate was constantly monitored throughout the procedure by the ECG synchronous to the echocardiographic examination, as shown in the video (time: 3:06). 
The rabbits routinely received oxygen therapy through a mask (as shown in the video time: 3:11) and breathing was monitored visually, as well as through the incidence of thoracic movements in the echocardiographic image.

The temperature was monitored via rectal probe. 

The monitoring of these variables was done, at the beginning of the procedure then every 10 minutes, as well as at the end of the procedure. This clarification was added to a note in section 1.3.1 of the protocol.


1. [bookmark: _GoBack]Please be specific in your comments. If possible, divide your comments into 2 categories: 
a) Absolutely not acceptable - for serious errors and deviations from the animal research standards. 
b) Improvement requires - for minor deviations, missing parts, etc.... 

For each comment, please specify if the changes in video are required, or if only changes in the complementary text are necessary. Obviously, changes in the video are more difficult so it is important to note if changes in the text are sufficient. Please use the chart below to provide details on each issue (replace examples listed):
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