Dear Dr. Nguyen,
The following concerns have been raised regarding our manuscript. We have tried to address all of them and have improved our manuscript accordingly. These are our point by point answers: 
Editorial comments:

• Protocol Detail: Please note that your protocol will be used to generate the script for the video, and must contain everything that you would like shown in the video. Please ensure that all specific details (e.g. button clicks for software actions, numerical values for settings, etc) have been added to your protocol steps. There should be enough detail in each step to supplement the actions seen in the video so that viewers can easily replicate the protocol.
1) 1.12: Provide an example figure showing the desired plot.

• Protocol Numbering: Add a one-line space between each protocol step. 
– has been included in the manuscript.

• Protocol Highlight: After you have made all of the recommended changes to your protocol (listed above), please re-evaluate the length of your protocol section. Please highlight ~2.5 pages or less of text (which includes headings and spaces) in yellow, to identify which steps should be visualized to tell the most cohesive story of your protocol steps.
1) The highlighted steps should form a cohesive narrative, that is, there must be a logical flow from one highlighted step to the next.
2) Please highlight complete sentences (not parts of sentences). Include sub-headings and spaces when calculating the final highlighted length.
3) Notes cannot be filmed and should be excluded from highlighting.

• Discussion: JoVE articles are focused on the methods and the protocol, thus the discussion should be similarly focused. Please ensure that the discussion covers the following in detail and in paragraph form (3-6 paragraphs): 1) modifications and troubleshooting, 2) limitations of the technique, 3) significance with respect to existing methods, 4) future applications and 5) critical steps within the protocol.

• Figures:
-We added an additional figure according to the comment of the reviewer #1, Figure 1. Schematic representation of the algorithm for the somatic genetic variant detection in the CALR gene by HRM, agarose gel electrophoresis and sequencing methods. The number of the other figures changed accordingly. 
1) Fig 6, fig 7b: provide molecular weight markers.
· Molecular weight marker was added to the fig 7 (before fig 6) and fig 8b (before fig 7b).
• Commercial Language: JoVE is unable to publish manuscripts containing commercial sounding language, including trademark or registered trademark symbols (TM/R) and the mention of company brand names before an instrument or reagent. Examples of commercial sounding language in your manuscript are E-gel EX, biotix, utip, Invitrogen,
1) Please use MS Word’s find function (Ctrl+F), to locate and replace all commercial sounding language in your manuscript with generic names that are not company-specific. All commercial products should be sufficiently referenced in the table of materials/reagents. You may use the generic term followed by “(see table of materials)” to draw the readers’ attention to specific commercial names.
· Have been changed, blur out
2) Fig 4,5: blur out product names.

- Have been changed, blur out (Fig 5,6)

• If your figures and tables are original and not published previously or you have already obtained figure permissions, please ignore this comment. If you are re-using figures from a previous publication, you must obtain explicit permission to re-use the figure from the previous publisher (this can be in the form of a letter from an editor or a link to the editorial policies that allows you to re-publish the figure). Please upload the text of the re-print permission (may be copied and pasted from an email/website) as a Word document to the Editorial Manager site in the "Supplemental files (as requested by JoVE)" section. Please also cite the figure appropriately in the figure legend, i.e. "This figure has been modified from [citation]."
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Reviewers' comments:
Reviewer #1:
Manuscript Summary:
The authors demonstrated that HRM and agarose gel electrophoresis are effective methods to identify types of CALR mutation.

Major Concerns:
1. The abstract was not correlated with the manuscript since it did not provide the information about methods and results of the manuscript. – the abstract consists of the description of the method and we added our clinical results
2. The authors should describe more information about material and methods.
- Population (MPN patients, which type?) and sample size calculation – we have included the necessary patient population information in the text
- Ethical consideration for analysis of specimen – it was addressed in the text
- Overview of method such as performed HRM, gel electrophoresis, and Sanger sequencing concurrently or in sequential? – we have included a figure showing our step-wise approach to CALR mutation detection with HRM used as a screening method, gel electrophoresis as a confirmation method and Sanger sequencing in determining non type 1 or type 2 mutations
- Describe about statistical analysis – does not apply to our manuscript

Minor Concerns:
1. The conclusion that "HRM is powerful method for genotyping and genetic variation scanning" should be specific for CALR mutation according to this study.


Reviewer #2:
Manuscript Summary:
Pajič et al describe the use of high resolution melt curve analysis to detect somatic mutations in the CALR gene. They discuss the use of the ViiA7 Real-Time PCR System and associated software to analyse a sample number of samples and controls for type 1 and type 2 CALR mutations.

Major Concerns:
1) The manuscript is very specific to the type of machine and reagents used. Although it demonstrates that CALR mutations can be detected using HRM the protocol presented is not directly transferable to other HRM platforms. The most difficult aspect of HRM is the analysis and applying the correct software parameters and this will vary greatly for each amplicon analysed and each HRM platform used.

- It is also true for many other molecular genetic tests. However, the most important part in the successful implementation of the PCR (qPCR)-based test on different platforms are the primer sequences used in the PCR (qPCR) protocols. Some of the examples are standardization of the PCR primers and protocols in A Europe Against Cancer Program (1,2,3). Such a standardization effort has not been performed for the genetic variant detection in the CALR gene, yet. Therefore, we have searched for the most suitable primer sequences for the our HRM assay and found them in the principal study, where the genetic variants in the CALR gene in patients with Philadelphia chromosome–negative myeloproliferative neoplasms were found (4). We and other (5) demonstrated that the published primer sequences (4) are suitable for the HRM analysis with comparable sensitivity on different HRM platforms. 
Nevertheless, the presented protocol covers the most critical steps in the evaluation of the HRM results that can be transferable to other HRM platforms. 
We have discussed the subject in the discussion section.
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2) No information is provided regarding the level of detection of somatic mutation. This is a very important information to ascertain (or at least discuss) as it impacts greatly on the follow up confirmation of cases where the melt curve is shifted from the normal controls and also determines the lower limit of detection of the technique for this particular amplicon. It would have been useful to see a dilution series of the two positive controls to see the effect of mutational load on the ability of the technique to detect the mutations a variety of levels. In many cases HRM will detect mutations at <5% and so there needs to be some discussion of how to handle these cases as Sanger sequencing will generally only confirm mutations present at c.20%. For cases with low mutational burden a technique such as NGS may be needed to confirm the mutations.
- we have included our data for the level of detection of somatic mutation in the CALR gene (Figure 9) and discuss it in the Representative results and Discussion sections. 

3) More data from patient samples could be included to add data concerning the sensitivity and specificity of the technique – we have included data on CALR mutation detection from our center in the discussion

4) The section on gel electrophoresis should be removed or significantly shortened. This is a standard laboratory technique and does not need to be discussed. It does not require expensive equipment to carry out.
-we significantly shortened the agarose gel electrophoresis section. The agarose gel electrophoresis is the step that we always perform in routine practice and therefore cannot be removed completely.

Minor Concerns:
Suggest that the title is changed to 'Genetic Variant Detection in the CALR gene using High Resolution Melting Analysis' – the title has been changed
