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May 20th, 2019

Dear Dr. Vineeta Bajaj,

We appreciate the opportunity to revise the manuscript, “Simple Surgical Induction of Conductive Hearing Loss with Verification Using Otoscope Visualization and Behavioral Clap Startle Response in Rat”. The video section showing the toe pinch is included.

Regarding the manuscript comment 3 “The result section needs more data to validate the presented protocol,” we believe that there is a misunderstanding. The purpose of the protocol is to make a rat have moderate to severe conductive hearing loss (Above 40 dB HL), almost deaf. Severe hearing loss is validated by the clap startle response. The analogous situation is severe hearing loss humans would be to present a loud sound and see if the subject responds in any way. No additional data is needed to validate the clap startle. For reference, in the results section we cite a number of previous studies that used this protocol, and NONE of them had additional tests to validate.

The editor may be thinking of data from more sophisticated tests, such as auditory brainstem response (ABR) and histology, mentioned in the peer-review. These are not used to directly validate severe hearing loss. Instead, a test like ABR is used to quantify and better understand the hearing loss. Histology is typically used to understand the neuroanatomical consequences of hearing loss. These tests are often used in hearing loss studies as researchers want to understand what happens to the ear and brain as a result of hearing loss. However, the tests are NOT to validate severe hearing loss and there is typically no reason to compare them to the clap startle response. A possible exception would be if the subjects are paralyzed and cannot move in response to sound. However, that is not the case for this protocol.

In summary, the tests presented in this protocol (otoscope visualization and clap startle response) are adequate for validating severe conductive hearing loss. Any additional tests, such as ABR and histology, are for studying the consequences of hearing loss, not to validate hearing loss. In the revised results section, we cite earlier studies that used this protocol and discuss the additional tests that were performed and what they were used for. 
At your earliest convenience if we could see the proof in a finalized format we could give constructive comments. 

Sincerely yours,
[image: ]

_______________________
Condon Lau, PhD
Assistant Professor
Department of Physics
The City University of Hong Kong
Hong Kong SAR, China
Tel: (852) 34427882; Email: condon.lau@cityu.edu.hk

Manuscript:
1. The editor has formatted the manuscript to match the journal's style. This is attached to the email. Please retain the same.
The authors thank the editor and production team for the time spent.
2. Please address all the specific comments marked in the manuscript.
The comments have been addressed.
3. The result section needs more data to validate the presented protocol.
Please refer to the cover letter, page 1 of this file, for the detailed explanation of why 
“more data to validate the presented protocol” is not appropriate. In the results section, we cite past papers that used this protocol and discuss the additional tests that they employed and why they were employed. These tests were for studying the neuroanatomical and neurophysiological consequences of the protocol. Note that none of these tests were for validating the protocol.
4. Once done please proofread the manuscript well before submission.
The manuscript has been thoroughly proofread.

Video:
1. Show the live footage of the talent checking the lack of response to toe pinch after anesthesia. Please do not show the face of the mouse while doing so.
We have added this footage.
2. Please increase the homogeneity between the voice over in the video and in the manuscript. Essentially the voice over should actually be reading the protocol steps. I am marking the steps for which live footage can be included in the video.
We have reviewed the manuscript and voice over and the two are very homogenous. Note that the lead authors (Francis and Sinai MANNO) have graduated and are no longer available to edit the video. We can edit the manuscript to better match the video if the editor wishes, but we feel the video and manuscript are already very homogenous.
3. No need of showing the picture of rodent for post-operative care section.
This has been removed.
4. Please combine all the representative result together after the protocol as done in the text manuscript. Do not scatter it. Please place the behavioral response protocol before showing the result of the otoscope. Include step 5.4 as live footage.
5. After this place the representative result section. First show the result of the otoscope, then show the figures for different kind of complications.
6. Then show the clap startle video
The behavioral response is done after the otoscope, not before as requested. TM puncture is a representative result. The “absence” clap startle behavioral response is resulting from puncture TM. The otoscope is done while the rat is coming off anesthesia. The protocol is correct as we had it.
Step 5.4 is included as live footage, the person is seen and hear clapping which is the point.
7. Also, include more validation of the presented protocol to make the paper full proof and acceptable by other scientists. (one will only believe if they see a comparison with other technique where a similar result is produced or use of this technique to answer a scientific question which had the same result if performed using techniques)
We believe there is a misunderstanding about the protocol. Please refer to the cover letter, page 1 of this file, for the detailed explanation.
In brief, the present protocol is to make the rat have severe conductive hearing loss. The clap startle response is used to verify the hearing loss. There is no test more suitable for this in rats. To demonstrate this, the revised results section cites a number of papers that use the present protocol, and NONE of them have other tests to validate the clap startle response.
The editor may be thinking of tests mentioned in the peer-review, such as auditory brainstem response and histology. These are for studying the consequences of severe hearing loss, not for validating it.
8. Then show the histology data as well.
We have included the histology data as a supplementary figure only, and nowhere else in the manuscript or video. There are good reasons for this. First, histology is NOT part of the protocol. Histology is not needed to confirm tympanic membrane puncture and hearing loss. Those are done by otoscope examination and clap startle response. Including histology in other figures or the video would give the impression that it is part of the protocol. Second, we performed histology at the request of one of the reviewers only to check if the procedure had unintended consequences, such as sensorineural hearing loss. None was observed. Therefore, histology is suited as a supplementary figure, but no more.
8a. Histology comment in manuscript: Please present this a figure and not as a power point presentation converted to a pdf. Please make different panels or different supplementary figures for each part. Presentation should be scientific. Also include the significance of performing histology with reference to the literature.
As requested, we made panels as requested in Tiff for SI figure 1 and 2.
Referring to the response to comment 8, there is NO significance for performing histology with regards to this protocol. Histology is not needed for this protocol. In the revised results section, we cite references that used histology on the protocol to study the neuroanatomical consequences of conductive hearing loss. Note that these studies did not use histology to validate the protocol.
9. Then include the conclusion and the final title card.
The conclusion and title card are at the correct position.
10. 5:26: In all these cases wouldn’t you subject the animal to clap startle response irrespective of the procedure being failed, not clear about the significance of this slide being shown here? Instead, it will be better to show numbers and statistical analysis to show how this technique is simple compared to others.
There appears to be a misunderstanding about the protocol. Clap startle is used to check if severe conductive hearing loss was induced. Until clap startle is performed, we cannot know whether the procedure was successful, or failed.
In the manuscript we already present numbers that demonstrate the simplicity of the protocol. In line 65, we state that the protocol only costs around US$300 to implement. In lines 210-212, we state that from 90 rats tried, 86 were successful.

Production comments:
It looks like they went the 4:3 route (as opposed the 16:9 route), but all of their footage now fills the frame

Please address vet review comments attached with this email as well.

Title: Simple surgical induction of conductive hearing loss with verification using otoscope visualization and behavioral clap startle response in rat

URL: https://www.jove.com/video/57993/title?status=a59999k

Were animals used humanely and was the appropriate anesthesia or analgesia provided for potentially painful procedures? 
The anesthesia (ketamine and xylazine) is stated in the protocol.
It was unclear if animals received analgesics after the procedure. Tympanic membrane rupture in humans is considered painful, therefore post procedural analgesics in animals would be warranted, this should be instituted or discussed in relation to the procedure
[bookmark: _GoBack]Tympanic membrane rupture was performed under anesthesia. Analgesics are not recommended here as the subjects need to perform the clap startle response after the tympanic membrane is ruptured. A systemic analgesic can interfere with the motor response (ie. jump) and a topical analgesic can interfere with sound propagation in the ear canal.
Please provide additional comment, if necessary.

Include this part as a live footage for behavioral assessment.
This is included. The person claps.

This section is not same in the video and text. Please reword the voice over as written in the text manuscript. 
The voice over is near verbatim, except saying “figures”. The lead authors, Francis and Sinai MANNO, have graduated and are no longer available to re-shoot the video.
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.... 

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):

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

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

	1
	1:35-1:40
	IP injection technique in rats is not standard
	Y
	N
	Generally recommended to give IP injections in rodents while animal is restrained with head down to help move organs cranially and prevent puncture of organs. Since this is not the subject of the article I would recommend removing clip that demonstrates the IP injection

	2
	…
	…
	…
	…
	…

	
	
	
	
	
	








































1) Anesthesia drugs, names are in text.
2) Eliminating anesthesia from the video would mean changing the protocol to eliminate the “anesthesia part”. Therefore, the protocol would include something not included in the text.
On the NIH website, we note the second injection is identical to our injection: https://www.youtube.com/watch?v=tswJHgni2oQ&feature=youtu.be
Starting at 22 seconds
Rodent compound administration procedures  (https://oacu.oir.nih.gov/training-resources)-- > Intraperitoneal Injection. For someone that is “Short” in height, a downward approach is difficult when the bench is at that level. No downward approach is used.
If you are in the UK: http://www.procedureswithcare.org.uk/intraperitoneal-injection-in-the-rat/ 
Starting 1 min 23 seconds. 

Both the videos are identical to our video.
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