Dear Xiaoyan Cao,
We are pleased to resubmit our manuscript entitled “” in JoVE. The editorial and reviewers’ comments have been helpful for improving the manuscript. We’ve taken them into consideration to the best of our ability. We hope that the current version will meet JoVE standards and the reviewers’ expectations. You’ll find hereafter point-by-point answers to the comments.
[bookmark: _GoBack]Some parts of the manuscript have been substantially reorganized like the crystallization and X-ray diffraction sections. Three figures (Fig. 2 - 4) have been adapted in accordance to the comments. The highlighted steps have been revised to gain coherence for filming.
Thank you for considering our manuscript.
Yours sincerely,
Raphaël Dutoit


Point-by-point answers to editorial comments
Comment 1: Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues. The JoVE editor will not copy-edit your manuscript and any errors in the submitted revision may be present in the published version.
We took this opportunity to proofread and correct several errors.
Comment 2: JoVE cannot publish manuscripts containing commercial language. This includes trademark symbols (™), registered symbols (®), and company names before 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. You may use the generic term followed by “(Table of Materials)” to draw the readers’ attention to specific commercial names. Examples of commercial sounding language in your manuscript are: Phusion, ThermoFisher Scientific, DreamTaq, MerckMillipore, cOmplete, Roche, Source 15Q resin (GE Healthcare), etc.
We appreciate that JoVE applies such a guideline to make articles “brand-free”. So, we deleted as mush as possible the references to commercial names. We have maintained only two references in the legends of Figure 1 and Figure 3. In Figure 1, the plasmid name is mentioned (pBAD). In Figure 3, the resin name (Superdex200) is mentioned because the observed elution volumes and the calibration curve greatly depend on the chromatography support.
Comment 3: 1.1.2: Please specify PCR conditions as well.
PCR conditions were added.
Comment 4: 1.1.6: Please specify the voltage used to run the agarose gel.
Electrophoresis voltage was added.
Comment 5: 3.1.4: Please provide the composition of crystallization solution. Is it included in the commercial kit?
The composition of crystallization solutions used for screening is included in the commercial kit. We added the mention in the revised manuscript to refer to manufacturer’s guide and score sheet.
Comment 6: 3.2.1-3.2.4, 4.1.2, etc.: Please do not generalize the protocol and be as specific as you can with respect to your experiment providing all the details.
Indeed, we generalized the protocol for the crystallization and X-ray data acquisition as these steps must be adapted according to the protein of interest. To answer to this comment, we refocused the crystallization and data acquisition parts on what we did with TmPep1050, using TmPep1050H60A H307A as an example. We hope that the protocol is less general.
Comment 7: 4.2: The Protocol should be made up almost entirely of discrete steps without large paragraphs of text between sections. Please describe in the imperative tense how to collect data and ensure that individual steps contain only 2-3 actions per step and a maximum of 4 sentences per step. Please move the discussion about the protocol to the Discussion.
We changed the 4.2. section in discrete steps. 
Comment 8: Please ensure that the highlighted steps form a cohesive narrative with a logical flow from one highlighted step to the next. The highlighted text must include at least one action that is written in the imperative voice per step. Notes cannot usually be filmed and should be excluded from the highlighting.
We reviewed the highlighted steps to improve narrative coherence. We would have liked to include data acquisition in filming but, unfortunately, we have the localization constraint, this experimental part being done at the SOLEIL synchrotron in Paris.
Comment 9: Please include all relevant details that are required to perform the step in the highlighting. For example: If step 2.5 is highlighted for filming and the details of how to perform the step are given in steps 2.5.1 and 2.5.2, then the sub-steps where the details are provided must be highlighted.
We highlighted the sub-steps as well as.
Comment 10: When reviewing the highlighting length for the protocol, please watch out for repeated steps. Please ensure that the repeated step has been highlighted previously.
We highlighted other sections to meet this requirement. For instance, section 2.2 refers to an enzymatic assay which has included in the highlighted text (section 2.1.).
Comment 11: Figure 2 and Figure 3: Please abbreviate liters to L (mL) to avoid confusion.
Figure 2 and Figure 3 were adapted as required.
Comment 12: Figure 4: Please define the error bars in the figure legend. The numbers in the figure can be hardly read.
Indeed, the scale is almost invisible and was adapted (bigger line width and font size). 
Point-by-point answers to Reviewer #1
Comment 1: In line 195, as wild-type TmPep1050 is dodecameric in solution, why not use concentrators with higher cut-off size here?
Indeed, we could have used an ultrafiltration device with 100-kDa cut-off. However, we decided to standardize the purification procedure so that it can be applied to any TmPep1050 variants. To avoid missing low molecular weight oligomers, we chose ultrafiltration units with 30-kDa cut-off.
Comment 2: In figure 3, it was highly recommended to add a gel filtration standard curve using the same column as molecular weight markers.
We totally agree with Reviewer 1’s pertinent critic. We added a standard curve for gel filtration in Figure 3 as a new panel (D). The markers were analyzed in the same conditions as those of TmPep1050 samples.
Comment 3: In crystallization method, the temperature was absent. This parameter is critical and should be included in revised manuscript.
We added the temperature in the crystallization section.
Comment 4: In line 286, authors mentioned that crystals might appear in several minutes to months. However, it was of more interest when the crystals would reach their full size.
We were a bit inexplicit for describing the crystallization as the first version of our manuscript. This part has been rewritten to meet editorial comments. We added the notion of time for crystal appearance and growth.
Comment 5: There are a few ambiguous descriptions of concentration using percentage, for example, in line 153 "NaCl 0.9%" and in line 292 "40% PEG 3350". I guess they were both prepared in weight/volume manner, right? However, authors should point it out here.
Indeed, these solutions were prepared in weight/volume. We clarified it in the revised manuscript.
