Dear Editor,
We thank editor for her/his careful reviewing, and we have corrected both the major and minor points to improve our manuscript, and thank editor for her/his suggestions.

1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.
Response: 
The text has been checked and we would like to say that there is no spelling or grammar issue now.

2. Please use h, min, s for time units.
Response:
All the time units have been checked. (Line145, 177, 196, 233, 260)

3. JoVE cannot publish manuscripts containing commercial language. This includes company names of an instrument or reagent. Please remove all commercial language from your manuscript and use generic terms instead. All commercial products should be sufficiently referenced in the Table of Materials and Reagents.
Response: 
The commercial language was removed. (Line 278, 318)

4. Please remove trademark (™) and registered (®) symbols from the Table of Equipment and Materials.
Response: The trademark and registered symbols were removed both in the manuscript and the table. (Line 318)




Comments-1: 
Reviewer #2: 
Accept
Response: 
Thanks for the reviewer's approval. 

Comments-2: 
Reviewer #5:
Manuscript Summary:
The manuscript describes a method of apoptosis induction and detection in a primary culture of sea cucumber intestinal cells. The method seems interesting and useful for studying apoptosis process in the similar marine invertebrates.

Major Concerns:
Edited and detailed video recording should be added so that anyone can reproduce the protocol.

Response: 
We appreciate the reviewer for her/his careful reviewing, and we were pleased that the reviewer felt that the manuscript is “Interesting and useful”. 
According to the publication procedure of JOVE, video will be filmed and produced only after the accepting of the manuscript.

Comments-3: 
Reviewer #6:
Manuscript Summary:
The MS titled "Apoptosis induction and detection in a primary culture of sea cucumber intestinal cells" is well written, and overall acceptable. The abstract summarizes exhaustively the protocol and the work, the method for primary culture of intestinal cells from sea cucumber is clearly introduced, and the representative results are quite clear. Overall, this publication is valuable to researchers focusing on marine invertebrate biology. I have some minor comments for the authors to consider.

Minor Concerns:
1. 2.1.2 Wash the tissue samples in phosphate buffered saline (PBS) twice and disinfect them by immersion in an aqueous ethanol solution (75% by volume) for no longer than 2 minutes.
75% ethanol is lethal to the cells. How long the tissue samples were kept in ethanol solution? This information should be accurately provided.
2. 3.4.1 Wash the cultured cells twice using PBS at room temperature.
According to the protocol, the PBS used here may stimulate the cells because of its inconsistent osmoticity to culture medium. Why authors didn't adjust the buffer?

Response: 
We thank the reviewer for her/his reviewing and approval. We were pleased that the reviewer felt that “valuable to researchers focusing on marine invertebrate biology”. We have corrected the points to improve our manuscript, and thank the reviewer for her/his suggestions. 

The followings are the minor concerns:
1. We thank for the reviewer's careful editing. The time of ethanol treatment here was actually 2 seconds, not 2 minutes. So we changed the time unit. The tissue samples were kept in 75% ethanol for 2 s for sterilization. And this correction was added in 2.12. 
2. Actually it is better if the salinity of PBS also adjusted around 30‰. But it is transient for the cells to contact with PBS in the wash procedure. And according to our experiences, there is no significant influence on cells with original PBS compared with the adjusted PBS. Therefore, we use the non-adjusted PBS for protection of trypsin activity and operation convenience. Meanwhile, it is much easier to hadle the normal PBS.


Comments-4: 
Reviewer #7:
Manuscript Summary:
The authors have done a remarkable job in clearly depicting the process for extracting and multiplying marine invertebrate cells. Their language is clear, concise, focused and skillfully crafted. In fact, it is perhaps the most clearly written submitted paper I have ever encountered - especially if English is not the authors' first language.
Major Concerns:
No major concerns. This paper will be extremely helpful for years or decades to come, for those investigators following in their path.
Minor Concerns:
None

Response: 
We thank for the appreciation from the reviewer. And the spelling and grammar issue was re-checked.


[bookmark: _GoBack]
Comments-5: 
Reviewer #8:
The paper describes the protocol of a primary culture of sea cucumber intestinal cells. This method could be potentially applied to the culture of invertebrate cells especially in marine creatures. Therefore if this method can be verified effectively and easily handled, it will be a meaningful base for exploration of biological function identification, physiological evaluation and development or immune regulation.
The following issues should be given more consideration and further explanation to improve the quality of the manuscript:

1. We did not see the specific state of the intestine cells in the time course. Could the author give more details of the culture process? "How long did this primary cells last?", for instance.
2. As we all known the intestine is relatively complicated internal milieu, by which evidence that this culture excluded the possible Protozoa from the primary cell they really wanted?
3. The author mentioned that "The described protocol is compatible with a variety of widely available tissue samples from marine organisms including Echinodermata, Mollusca, and Crustacea, ". Are there any figures or data could support this illustration in this study？If not, please further explain the specific situation.
4. Please further explain the advantages of this method especially compared with the previous work on similar species.

Response: 
Thanks for the comments for this reviewer.
1. The primary cells were kept and passaged for 5 months.
2. PCR assay, using actin primers from sea cumumber, was conducted to make sure the cells were from the A. japonicus and exclude Protozoa.
3. The method provided in this MS was successfully applied in marine invertebrate species cuttlefish Sepiella japonica and crab Portunus trituberculatus in our lab. These two species are both non-chordata invertebrates and have adapted to aquatic environment with high salinity, same with echinoderms. However, as the data is under collecting and organizing for a systematic work of one species, we did not show it here.
4. The most important advantage of this protocol is that: the cells from marine invertebrates can be cultured for long time (about 3-5 months) and the cells keep high activity of proliferation in early stages which allows the cell passaging.
