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Zaragoza, June 11th, 2019


Dear Editor,

		
We are pleased to enclose a revised version of our manuscript JoVE60241 "Determination of self- and inter-(in)compatibility relationships in apricot combining hand-pollination, microscopy and genetic analyses"  (by S. Herrera, J. Lora, J.I. Hormaza and J. Rodrigo) 

The paper has been revised giving careful consideration to the points raised by the editor and reviewers. We describe in detail below the changes made in this new version.

We do appreciate the comprehensive reviews that have clearly contributed to improve our paper over our original submission. We look forward to hearing from you on your final decision.

Yours sincerely, 



		Sara Herrera



Changes made addressing the comments of the handling editor and reviewers:

Editorial comments:

1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues. 

The document has been carefully revised. 

2. Please obtain explicit copyright permission to reuse any figures from a previous publication. Explicit permission can be expressed in the form of a letter from the editor or a link to the editorial policy that allows re-prints. Please upload this information as a .doc or .docx file to your Editorial Manager account. The Figure must be cited appropriately in the Figure Legend, i.e. “This figure has been modified from [citation].”

All figures are original and copyright permission is not required for any of them.

 3. Please avoid long steps (more than 4 lines).

The step 3.2.1.4. has been divided into three, so two new ones (3.2.1.5. and 3.2.1.6.) have been included.

4. Step 1.1: Please write this step in the imperative tense.

The imperative tense has been corrected.

5. 1.3: Please do not highlight a step without highlighting any of the sub-steps.

The step 1.3. has been rewritten, including a new one (1.3.7.) that has been highlighted.

6. 3.2: Please write this step in the imperative tense.

The imperative tense has been corrected.

7. Please sort the items in alphabetical order according to the name of material/equipment.

The items have been alphabetically ordered in the Material table

8. Unfortunately, there are a few sections of the manuscript that show significant overlap with previously published work. Though there may be a limited number of ways to describe a technique, please use original language throughout the manuscript. Please rewrite lines 254-256, 269-273

Both paragraphs have been rewritten (lines 267-270, 283-289)


Reviewers' comments:

Reviewer #1: 

Manuscript Summary:

Self-incompatibility trait and S-genotypes information of apricot cultivars are very important to introduce new cultivar and select cultivars in orchard production. This paper provide useful protocol to determine self-incompatibility phenotypes and S-genotypes in apricot.

Major Concerns:

I have one major concern. As the authors described in Discussion section, self-compatibility in apricot germplasm is controlled not only by S-locus but also by M-locus (reference 12). This protocol provides the method to determine S-alleles but not M-alleles. M-locus genotyping system is quite important especially during the selection of self-compatibility in apricot. Therefore, it would be better to include M-locus genotyping system if established. If it has not been established, the authors at least have to emphasize this point by showing self-compatibility determination scheme in figure 5.

The fact that self-compatibility may be controlled by other mutations not linked to the S-locus, as the M-locus, and the need of further research to accurately allow the genetic identification of self-compatibility in apricot have been stressed in Discussion (lines 448-450), including the M-locus genotyping performed by Muñoz-Sanz et al 2017. In fact, in order to avoid possible mistakes due to additional factors involved in self-incompatibility not linked to the S locus, we believe that the approach followed in this work combining phenotypic and molecular observations are appropriate. We have highlighted this in Discussion (lines 450-455). Thus, S-allele identification was performed to define the incompatibility relationships between cultivars rather than to determine self-(in)compatibility. To clarify this, Figure 5 has been modified, changing the heading “S‐allele identification” to “Determination of incompatibility relationships”


Minor Concerns:

1. Line107, several different kinds of fixation solution were known. Are you really sure that this solution is the best? Some researchers use chloroform-based fixation solution.

Although different fixation solutions are available, including chloroform- and formaldehyde-based solutions, the fixative solution of ethanol/acetic acid (3:1) (Williams et al., 1999) used herein has proved been useful for fixing pistils after controlled pollinations and subsequent observation of pollen tubes under the microscope in different Prunus species, which have been cited in the protocol (lines 111-114).

2. Line 269, if possible, please show the picture containing ovule in Figure 2E.

As mentioned in section 1.4.2 (lines 149-151), pollen tube growth along the style was observed in squash preparations of the pistils. This technique allows to visualize the pollen tubes, but the rest of the tissues of the pistil, including the ovules, are crushed.  Therefore, it was not possible to obtain images showing the ovules and, instead, we have included an image (Figure 2E) showing the pollen tubes at the base of the style and at the entrance of the ovary.


Thank you very much for the very constructive review of our manuscript.

Reviewer #2:

Manuscript Summary:
This is a great paper I think it is important for plant breeders and scientist working with self-incompatibility of Prunus species. I recommend acceptance of this manuscript.

Thank you very much for the very constructive review of our manuscript.


Reviewer #3:

Manuscript Summary:
The paper by Sara Herrera and colleagues is aimed to increase understanding of the histological and molecular processes for establishing the pollination requirements in apricot. The subject is very interesting and provides a valuable information to select cultivar combination in the design of new orchards. On the whole, the purpose of the MS is supported by a depth and good experimental design. I consider that the paper can be accepted for publication.
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