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Zaragoza, September 23th, 2020


Dear Editor,
We are pleased to enclose a revised version of our manuscript JoVE61897 ("Establishing pollination requirements in Japanese plum by phenological monitoring, hand pollinations, fluorescence microscopy and molecular genotyping” by B.I. Guerrero, M.E. Guerra 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, 



		Brenda I. Guerrero



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. 

Reviewers' comments:

Reviewer #1:

Manuscript Summary:

In this work, the authors describe in detail the sequence of research methodologies that lead to the establishment of the best pollen donors in Japanese plum, an important fruit crop in temperate environments. The description of the procedure combines fieldwork (hand pollinations and monitoring of flower phenology), and two ways of laboratory work, one including controlled pollinations with cut flowers, then observing pollen tubes with fluorescence microscopy, and another one extracting DNA and amplifying the alleles that associate with compatibility reactions. This link between agronomical measurements, microscopy evaluations, and molecular characterization, has proven to be successful knowing the excellent trajectory of the research group, and this is exemplified in the current work. The results show a nice set of techniques that can be applied not only to Japanese plum, but also to a number of other fruit tree species. However, the particularities of this species is well described, such as the fragile character of the flowers, limiting the data potentially obtained. The images are fantastic!

Major Concerns:
I have no major concerns.

Minor Concerns:
There are a number of language suggestions that I edited in the pdf enclosed, which may improve the manuscript, although I know that the main purpose is to record a video with the techniques, so the authors are free to take my suggestions or not. 

* The paper has been revised giving careful consideration to the points raised by the reviewer in the pdf file.
Thank you very much for the very constructive review of our manuscript.


Reviewer #2:
Manuscript Summary:
Very helpful manuscript for evaluation of the pollination requirements in Asian plum. The procedures are well narrated in orderly way. If possible, the instructions can be used for other Rosaceae species including stone fruits. However, English expressions should be proofread through the whole manuscript. I could find several awkward expressions, and editing by English expert is needed for better manuscript.
* The paper has been revised giving careful consideration to the points raised by the reviewer. The English has been revised through the whole manuscript.

Major Concerns:
None.

Minor Concerns:
Line69. Self-(in)compatibility 
* “Self(in)compatibility has been corrected to “Self-(in)compatibility” (line 72) 

Line91. Hand-pollinations → Hand-pollination 
* “Hand-pollinations” has been changed to “Hand-pollination” (line 94)

Line113. flower buds → flower buds per treatment. (If you mean 800 and 1000 flower buds per branch, change treatment into branch.) 
* The sentence has been modified as suggested (lines 115-116)

Line117. (Add to the end of paragraph.) Be careful not to contaminate the fingertip or paintbrush with pollen grains from other cultivars. 
* The sentence has been added to the end of paragraph (lines 120-121)

Line122. in field → in the field 
* It has been corrected (line 126)


Line127. 10-25% flowers → Why different range of open flowers with pollination of emasculated flowers in Line108 (10-20%)? 
* Thanks for your comment, we appreciate that you have notice this issue. The percentage have been revised (10-20%) in both sections (Line 111, line 131).


Line128. remove old flowers → Do you have reason for removing? Although the old flowers are open, they are not contaminated due to the mesh cage.
* Thank you for reporting the error. Old flowers should be removed before the emasculation of flowers (see section 1.2.1), but not in this treatment. The sentence has been corrected (line 134)

Line134. have opened → open 
* It has been corrected (line 140)

Line143. In the laboratory, emasculate 30 flowers per treatment (self- and cross-pollination). 
* The sentence has been rewritten as suggested (lines 149-150) 

Line145. Emasculation should be proceeded carefully to avoid- 
* The sentence has been rewritten as suggested (line 152)

Line158. ensure → Ensure 
* “ensure” has been changed to”Ensure” (line 165)

Line170. 3 mL → I think the thickness of medium matters. Thickness of the medium will be different depend of the size of Petri dish. Please specify the size of Petri dish with the volume of medium (e.g. 3 mL), or mention the thickness of the medium.
* We agree that the thickness of medium matters. We have included both the volume of medium and the dimensions of Petri dish (line 177)

Line173. Spread pollen → Spread the pollen 
* “the” has been included (line 181)

Line174. two Petri dishes → Why two Petri dishes? For replication? 
* Indeed, two Petri dishes are used for replication, as mentioned in section 3.1.6 (line 197)

Line192. three times for 1 h → I'm confused this part. Is it 3 h in total or 3 times within 1 h?
* The sentence has been rewritten.  The fixed pistils are rinsed with distilled water three times (1h each, 3 h in total) (lines 201-202)

Line258. Used de DNA → Use the DNA 
* “de” has been corrected to ”the” (line 269)

Line262. Monitoring of flowering dates. → Monitoring flower dates
* The sentence has been rewritten as suggested (line 273)

Line264. From the first to the last open flowers. → If the percentage of open flower is suggested, it will be better. 
* The percentage of open flowers has been included: “…from the first (about 5%) to the last open flowers (about 95%) (lines 275-276)

Line274. reduce amount → small amount 
* Reduce has been changed to small (line 285)

Line306-309. For hand pollination in the laboratory, the pistils ~ with the pollen previously extracted. → Remove this sentence which was already mentioned in section 2.4. 
* The paragraph has been rewritten. Although some information is also mentioned in “Protocol”, we have kept some information to describe Figure 2, since it is mandatory to cite all figures in this section according to the JoVE guidelines for authors (lines 318-321)

Line309. In hand pollinations in the laboratory, self-compatible 
* The sentence has been revised, taking in account this suggestion and that of Reviewer 1 (line 321) 

Line316. resulting in a low percentage of germination, the cultivar 
* The sentence has been revised, taking in account this suggestion and that of Reviewer 1 (lines 329-330)
                                      
Line322. after pollination (Figure 4C). 
* The sentence has been revised, taking in account this suggestion and that of Reviewer 1 (line 336)

Line327. However, when S allele of the pollen grain is different with that of pistil, the tube 
* The sentence has been corrected as suggested (lines 341-343)

Line335. 1580bp → 1580 bp
* It has been corrected (line 351)

Line335. "Figure 5" should be in bold. 
* It has been corrected (line 352)

Line356. Figure1A is mentioned as 57 BBCH in Line 277. Please unify the level of BBCH. I think 59 BBCH is more suitable for Figure 1A rather than 57 BBCH.
* In other to avoid confusion, we consider BBCH code 57 more appropriate than 59, because in some references code 59 is described as “The stamens are apparent (Stage E of the Baggiolini code)” (Pérez-Pastor et al., 2004; Fadón et al., 2015). Therefore, we have kept the code 57 BBCH for this phenological stage throughout the manuscript (line 375)  

Fadón, E., Herrero, M., Rodrigo, J. Flower development in sweet cherry framed in the BBCH scale. Scientia Horticulturae. 192, 141–147 (2015).

Pérez-Pastor, A., Ruíz-Sánchez, M.C., Domingo, R., Torrecillas, A. Growth and phenological stages of Búlida apricot trees in south-east Spain. Agronomie, 24 (2), 93-100 (2004).

Line362. Figure2A is mentioned as 65 BBCH in Line 278. The different levels for one picture is confusing. Please unify the BBCH level or remove "D, according to Baggiolini24, stage 57 of the BBCH scale".
* The sentence has been revised as suggested (line 381) 

Line380. Please add reference to I.G. such as Guerra and Rodrigo, 2015 (a review paper). 
* The reference “Guerra and Rodrigo, 2015” has been included (line 399)

Line396. percentage of germinated pollen grains on stigma 
* It has been corrected as suggested (line 415)

Line421. small → low 
* “small” has been changed to “low” (line 448)

Line432. w hose → whose 
* It has been corrected (line 459)

Line433. Please remove "have time to". 
* "have time to" has been removed (line 460)

Line463. S-allele → S should be in italic.
* “S” has been formatted in italic (line 490)

Line474. Please put a period (.) behind "cultivars".
* A period (.) has been put behind "cultivars" (line 501)

Line501. Please put the publisher and city between 357 and (2008).
* The publisher and city have been included (line 529)

Line506. In Fruit Breeding → Fruit Breeding
* “In” has been removed (line 534)

Line507. Jhon → John
* “Jhon” has been changed to “John” (line 535)

Line511. Please put the pages behind (2).
* The pages “7-15” have been put behind “(2)” (line 539)

Line527. sweetcherry → sweet cherry
* It has been corrected (line 555)

Line532. 261 → 261, 109022
* It has been corrected (line 560)

Line544. 'Moniqui.' → 'Moniqui'.
* It has been corrected (line 572)

Line553. Please put a period (.) behind "Science"
* A period (.) has been put behind “Science” (line 581)

Line575. Self-pollination
* “Self- pollination” has been corrected to “Self-pollination” (line 603) 

Line581. Peach →peach
* It has been corrected (line 609)

Line593. 30 → 30 (6)
* It has been corrected (line 621)

Line599. S-allele → S should be in italic.
* “S” has been formatted in italic (line 627) 

Line599. identification,
* “identification ,” has been corrected to “identification,” (line 627)

Line605. Self-(in)compatibility
* “Self-(in) compability” has been corrected to “Self-(in)compability” (line 633)

Line615. self-compatible
* “self- compatible” has been corrected to “self-compatible” (line 643) 

Line624. plums
* “Plums” has been corrected to “plums” (line 652)

Figure 5. Please inform the size of each bands in marker (in bp). "1kb" is not enough to estimate the size of bands in the figure.
* Figure 5 has been modified, including the size of each band 

Table 2.
- Mean percentage of pollen grains germinated on stigma → Germinated pollen grains on stigma (%)
* It has been changed as suggested

- Mean of pollen tubes at the base of style → Confusing. What is difference with left column, "Pistils (%) with pollen tubes at the base of style". And please mention the unit.
Table3.
* It has been changed as suggested. This column refers to the number of pollen tubes observed at the base of the style 

- Add a footnote to SE.
* A footnote has been added 

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

Reviewer #3:

I don't think there is any problem with the contents of the method, the results obtained and the interpretation. However, the description manner of the results and discussion sections should be modified. In the results section, authors should only describe the data obtained by conducting experiments, and the text should usually be written in the past form. 
* The text in this section has been revised using the past form. However, we have used the present form in the paragraphs corresponding to the botanical descriptions, since it is mandatory to reference all figures in this section according to the JoVE guidelines for authors. This affects to paragraph 1 (lines 282-292) and 6 (lines 333-343) 

For example, what is written in L322-324 is not revealed through the experiments.
* The sentence has been removed (lines 337-338) 

Is the part of L345-352 a consideration rather than a result? 
* This paragraph has been moved from Results to Discussion (lines 424-429) 

The discussion section should consciously write what is suggested based on the results. 

For example, I think that the part of L415-417 is suggested from the result of Fig.3. There is no point in conducting an experiment if what has already been clarified is only discussed. Thus, I recommend the authors revise the manuscript as needed.
* This section has been revised as suggested, but also taking into account JoVE’s guidelines for authors (“The discussion section of the article should be focused on the protocol and not on the representative results”). In addition to the new first paragraph, the name of the cultivar whose data from Figure 3 are discussed is included in the new version (line 442) 

Other minor corrections are as follows.

L63. SRNAse -> S-RNase? 
* “SRNAse” has been corrected to “S-RNase” (line 65)

L153. How did you keep the floral foam wet? Which did you use, water or life-prolonging agent such as cut flowers? 
* We use water, which has been included in the protocol (lines 159-160)

L226. Where can I find a description of information on primer sequence? I'm sorry if I just overlooked the description about it. 
* The information on primer sequence has been included in Table 1 

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