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Title: Long-term Synaptic Plasticity in Interlamellar Hippocampus CA1 by Electrophysiological Field Recording

URL: https://www.jove.com/video/59879/title?status=a61885k

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

In  Section 1.1.1., Lines 127 -132, the authors use urethane as the primary form of anesthesia. Although they provide a cautionary statement about its carcinogenic properties, I would recommend that they also add a statement as to why urethane is used for these procedures,  since it is an antiquated anesthetic agent. 
[bookmark: _Hlk10081172]Comment: Urethane is used currently in our lab due to structural challenges which cannot permit the experimenter’s safe usage of isoflurane vaporizer as anesthesia for experiments with long duration. Isoflurane is used only for short period of time under the fume hood with an improvised way to reach approximately 5%. We currently use isoflurane only during in vitro experiment to anesthetize the mouse just before decapitating the head for brain isolation. This issue is currently being addressed by moving to another lab which can facilitate the safe use of isoflurane vaporizer for lab members. It is however, permissible to use urethane in City University of Hong Kong.


Line 128, no dosage and route of administration is provided for Atropine.
Comment: The route of atropine administration was previously stated as intramuscular. The dosage (0.05mg/kg) has now been added in the manuscript.


General question: How is the depth of anesthesia monitored to ensure adequate plane is reached?
Comment: The depth of anesthesia is monitored by intermittently checking for mouse reflex using toe pinch, tail pinch, ear pinch and corneal touch. When the mouse is fully anesthetized, there will not be any reflex or voluntary movement when performing the above tests. The mouse is ensured to reach a surgical plane of anesthesia before experiment begins. 

Line 136, 1.1.3. Is this heating pad a warm water circulating heating pad or electric? Electric heating pads are no longer recommended for use in animals due to the “hot spots” and risk of thermal injuries.
Comment: We use an electric heating pad. A layer of cloth or tissue paper is placed between the heating pad and the mouse to prevent direct contact with the skin of the mouse. The applied layer is just enough to enable sufficient heat conductance to the anesthetized mouse. This reduces the risk of thermal injuries to the mouse. 

Line 249, 1.3.19, what is PFA?
Comment: Paraformaldehyde (PFA). This has now been addressed in the manuscript.

Line 267, 2.1.4, what is ACSF (artificial cerebrospinal fluid)? It should be spelled out for the first use of acronym.
[bookmark: _Hlk10025715]Comment: Artificial cerebrospinal fluid (ACSF). This is already spelt out in section 2.1.

Line 302, 2.2.8, states that mouse is anesthetized with Isoflurane. What is the % Minimal Alveolar Concentration (MAC) and what is the setting for carrier gas oxygen? 
Comment: As mentioned above, isoflurane is used only for short period of time under the fume hood with an approved improvised method to reach approximately 5%. We currently use isoflurane only during in vitro experiment to anesthetize the mouse just before decapitating the head for brain isolation.

Line 348, 2.2.10 please remove the “s” on While
Comment: This has been addressed in the manuscript.

Line 480, the word “getting” should be “obtaining”, just a suggestion.
Comment: This has been addressed in the manuscript.

Line 499, finding “a” cure or finding “cures” for brain disease is still “ongoing”.
Comment: This has been addressed in the manuscript.

Under Name of Material/Equipment, Atropine is available in pharmaceutical grade, what about the ACSF manufacturer? Table needs cleaning up.
Comment: ACSF is prepared locally in the laboratory, hence there is no manufacturer for the finished solution. I however provided the pharmaceutical grades and manufacturers for each compound or chemical used in the preparation of ACSF.


Please provide additional comment, if necessary.
[bookmark: _GoBack]Comment: The video has been re-edited. Hopefully it meets the standards of the journal.
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	Entire video was jumpy. It may have been my computers. No other significant issues, but it was difficult to assess.
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1. 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.... I am not certain if it were my computers or not, but the accompanying video was “jumpy”, “choppy”or “pixelated” throughout the video. I reviewed it on two different computers.

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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