JoVE59136 - [EMID:ee545e32a06ffc8f]

Dear Dr. Phillip Steindel
Thank you for giving us the chance to revise our manuscript, JoVE59136 "Modified Blood Collection from Tail Vein of Non-Anesthetized Mice with Vacuum Blood Collection System and Eyeglasses Magnifier,". We are grateful for the helpful comments from you and the reviewers. We carefully modified the manuscripts according related suggestions. Below are our point-to-point responses. We tracked the changes within the manuscript with blue marked text to identify all of the edits.

We also uploaded a separate rebuttal document that addressed each of the editorial and peer review comments individually. 
Figures are submitted as psd files with 1920 x 1080 pixels.

Thanks for consideration.

Sincerely,
Wusong Zou, M.D. and Ye Gu M.D.



Editorial and production comments:
Changes to be made by the author(s) regarding the manuscript:
1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.
We asked a native English speaker to help us to edit the manuscript now.


2. Table 1: Please note that the unit for sample duration is cut-off. Please format the table so all information shows correctly.
Done.
3. Please expand your Introduction to include the following: The advantages over alternative techniques with applicable references to previous studies; Information that can help readers to determine if the method is appropriate for their application. 

Done (page:2, line:59-65).

4. Please use SI abbreviations for all units: L, mL, µL, h, min, s, etc.
Done (page:3, line:91,97,100,128, page:4, line:137,138).


5. Please include a space between all numerical values and their corresponding units: 15 mL, 37 °C, 60 s; etc
Done (page:2, line:85, page:3, line:91,106,128, page:4, 153,154)

6. Please revise the protocol to contain only action items that direct the reader to do something (e.g., “Do this,” “Ensure that,” etc.). The actions should be described in the imperative tense in complete sentences wherever possible. Avoid usage of phrases such as “could be,” “should be,” and “would be” throughout the Protocol. Any text that cannot be written in the imperative tense may be added as a “Note.” Please include all safety procedures and use of hoods, etc. However, notes should be used sparingly and actions should be described in the imperative tense wherever possible. Please move the discussion about the protocol to the Discussion.
Changed accordingly (page:2, line:85,88, page:3, line:91).

7. Lines 96 and 97: Please write the text in the imperative tense in complete sentences. Are they placed in a sterile surface as stated in the video?
Sentence is modified, and the sterile condition is defined in the revised manuscript (page:3, line:97,98).
8. 2.6: Please specify exactly when the blood is collected.
The interval is 2 weeks, clarified in the revised manuscript (page:4, line:142).

9. Discussion: Please discuss any limitations of the technique.
Added (page:5, line:208-210;216-217). 

10. References: Please do not abbreviate journal titles.
Changed (page:6, line:230,234,238,243,248,251,255,257).


11. Table of Equipment and Materials: Please sort the items in alphabetical order according to the Name of Material/ Equipment.
Done.

Changes to be made by the Author(s) regarding the video:
1. Please increase the homogeneity between the written protocol and the narration in the video. It would be best if the narration is a word for word from the written protocol text.
We followed the suggestion and protocol and narration in the video is similar now（video: 02:02-02:53, page:3, line:100-110).

2. 02:24-02:29: Such details in the video are not mentioned in the written protocol. Please add them in step 2.2a. While step 2.2a starts with “Wear the eyeglasses magnifier…”, the video does not show it.
We add “select the right or left tail vein for blood sampling. Grasp the tail in the lower portion near the tip gently and keep the tail tip straight during the sample collection.” in the text（page:3, line:101-103)；“Wear the eyeglasses magnifier to improve the viewing to facilitate puncture of the tail vein.”in the narration now（video: 02:24-02:30).

3. 06:23, 06:35: Please use the same figures for both the written manuscript and the video. For instance, the figure shown here is not included in the written manuscript.
Done（video: 06:15,06:38). 

4. Please present the rest of the results in the video as well.
Done（video: 06:11-06:54). 

5. Please upload a revised high-resolution video here: https://www.dropbox.com/request/RSpSe2PEA57w1rlSNexf 
Done.

Audio issues
• The background music is competing a bit with the narration. The music volume should be lowered by about 6-9 dB. 
Done. 


Video quality issues
• If the authors view the video on our website, they may notice that there is jagged artifacting on anything moving. This is because the video provided is interlaced. Our webplayer does not support interlacing. Future submissions should be provided at a progressive frame rate. When exporting, if there is a field where options for "Field Rendering" can be selected, "None" should be selected.
Video file is modified according above requirements. Field Rendering selection option defined as None.  

• 2:24, 2:31 - The edits here are jump cuts, which tend to have a jarring effect on the viewer. They should be smoothed out with crossfades instead. 

We followed the suggestions and related modification is made now（video: 02:24,06:30). 

• 2:58-3:40, 3:50-4:43 - This is a long time to go without any voiceover. We understand the importance of seeing the blood slowly enter the tube, but do we need to see it in real time? We would recommend either fading to later in the shot, or adding narration that goes into more detail about what we are seeing.
We add more narration for overcome this phenomenon now（video:02:57-03:19, 03:24-03:40,03:46-04:50,04:52-05:10).


Reviewers' comments:



Reviewer #1: 
Manuscript Summary:
The manuscript by Liu X et al describes an improvised method to collect blood samples from mouse. The methods described is simple and clear and the manuscript is well written.

Minor Concerns:
1. The English language needs to be improved throughout the manuscript. It will benefit the manuscript and the readers.

Thanks and a native English speaker helped us to modify the text during revision now. 

2. In Table one, provide units for sampling duration.

Table one is deleted and a new table as table one is added.
 
3. In the materials chart include accurate details for the materials used such as Catalogue number. The details given under Catalogue numbers are inaccurate. 
We followed the suggestions and related changes are made in the revised manuscript.


Reviewer #2:
Manuscript Summary:
The manuscript by Liu and colleagues describes a simple but efficient technique for improving blood collection process from mice through the tail-vein. The described protocol does not involve any sophisticated instrumentation or equipment and in-theory should be easy to implement.

Major Concerns:
The improvements in efficacy over a conventional procedure that does not use eyeglass magnifier and a vacuum system is marginal and therefore may not warrant publication. To make a stronger case for acceptance of this manuscript, it would be useful to have a larger number of data points (collection) by technicians of varying experience with the blood collection process.
Thanks and we followed your suggestion and related experiments are added, new results are presented and discussed in the revised manuscript now (page:4, line:156-162). 

The primary purpose of this manuscript is not to introduce a novel technique but to describe it in a clear and effective manner for the readers to understand and implement. While the manuscript contains great details about the process, it is poorly written and prevents the reader from deriving useful information. It is therefore my recommendation that the manuscript be re-written with careful attention to language and grammar and could then be considered for publication.
Sorry for that and we asked a native English speaker to modify our manuscript now during the revision process and hope the typos are reduced to a minimal now.
