Reviewer A comments
	Manuscript position
	Text
	Reviewer’s comment
	Text correction following recommendation

	Title, lines 1,2
	Molecular characterization of the date moth Ectomyelois ceratoniae (Lepidoptera: Pyralidae).
	Rather vague, maybe being more specific and stating that the paper is about a molecular diagnostic tool for the date moth in Tunisia would be more appropriate for the title.


	A practical molecular diagnostic tool of the date moth Ectomyelois ceratoniae (Lepidoptera: Pyralidae), in Tunisia.



	Line 29
	This underlies the urgent need for cutting-edge, easy-to-handle approaches that would support morphological identification.
	Nothing cutting edge about PCR-RFLP or COI genotyping.  I’d say practical molecular diagnostic tools. 


	The sentence was removed. 

	Lines 34,35
	The analysis of intra-specific diversity, using additional public sequences originating from Africa and Australia, provided evidence…
	Sequences from Genbank-NCBI , must be mentioned. 


	The analysis of intra-specific diversity, using additional public sequences originating from Africa (GenBank: KP083440.1, KP083444.1, KP083442.1, KP083441.1 and JF748065.1) and Australia (GenBank: KF405701.1, KF40073.1 and KF397550.1) provided evidence…

	Lines 38,39
	formed a homogeneous cluster in Neighbor-Joining analysis.
	Phylogenetic analysis, neighbor-joining is just a method for phylogenetic tree re-construction.


	a homogeneous cluster in phylogenetic analysis.

	Lines 42-44
	The results of our study will enable a precise and rapid pest diagnosis, for a more efficient decision making, in date palm protection.
	This study describes an efficient rapid molecular diagnostic tool for highly-damaging pyralidae species. It represents a significant contribution that will impact future pest control strategies of date moths in Tunisia. 


	This study describes a rapid and efficient molecular diagnostic tool for highly-damaging pyralidae species. It represents a significant contribution that will impact future pest control strategies of date moths in Tunisia. 


	Line 69
	could be 
	are 
	are 

	Lines 77-78
	Bactrocera sp. (Mezghani et al., 2012) or Mayetiola sp. (Mezghani et al., 2002; Bouktila et al., 2006).
	It is important to add more references here, self citation is ok. But broader papers need to be cited as a statement of impact.


	Bactrocera sp. (Mezghani-Khemakhem et al., 2012), Mayetiola sp. (Bouktila et al., 2006), Culex sp. (Hemmerter et al., 2009) and Anopheles sp. (Gutiérrez et al., 2010).

	Lines 87-90
	Furthermore, Polymerase Chain Reaction-Restriction Fragment Length Polymorphism (PCR-RFLP) was successfully applied to distinguish between several insects of cryptic species (Raboudi et al., 2005; McKern & Szalanski, 2007; Mezghani-Khemakhem et al., 2012).
	Same comment as above


	Furthermore, Polymerase Chain Reaction-Restriction Fragment Length Polymorphism (PCR-RFLP) was successfully applied to distinguish between several insects of cryptic species (Raboudi et al., 2005; McKern & Szalanski, 2007; Garrick et al., 2015).

	Line 92
	based on barcoding and PCR-RFLP methods.
	Better be cautious when using this term, are you using the COI fragment that is usually used for DNA Barcoding ?
	based on COI gene sequencing and PCR-RFLP.

	Line 98
	until extraction of their DNA. 
	Until DNA extraction
	Until DNA extraction

	Lines 127-132 
	The COI gene sequences obtained through DNA amplification and those retrieved from databases were aligned using ClustalW algorithm implanted in BioEdit 7.2.5 (Hall, 1999). Pairwise genetic distances, based on the Kimura 2-parameter were calculated, and a phylogenetic tree was generated by MEGA software version 6 (Tamura et al., 2013), using the Neighbor Joining (NJ) method (Saitou & Nei, 1987), with a bootstrap analysis of 1000 replications.
	Is there a particular reason for choosing this particular method for phylogeny reconstrcution. Usually, as a first step, we need to find out which is the best model, suitable for the data, using jmodeltest or more recently IQtree, then accordingly run the phylogenetic analysis. It gives the tree more crediblity.


	Relevant and recent References were added to justify the method used. 

The method reported by Elsasser et al. (2009) and Shokralla et al. (2011), based on Kimura 2-parameter (K2P) model of base substitution (Kimura 1980), was used for phylogeny reconstruction and for generating a Neighbor Joining (NJ) phylogenetic tree by MEGA software version 6 (Tamura et al., 2013), with a bootstrap analysis of 1000 replications.

	Line 142
	Intra-specific diversity of E. ceratoniae reveals a geographical effect
	Must be rephrased, what do you mean by geographical effect, is that correlation between genetic diversity and geographial distribution ?


	Correlation between genetic diversity and geographical distribution

	Line 171 
	COI-PCR-RFLP: a successful tool
	Efficient is more appropriate


	COI-PCR-RFLP: an efficient tool for distinguishing between E. ceratoniae and the complex P. interpunctella and A. kuehniella

	Line 185 
	CONCLUSIONS AND DISCUSSION
	Obviously the discussion comes before conclusions, just common sense !
	DISCUSSION AND CONCLUSIONS

	Lines 186-187
	The present study revealed that COI gene sequences of E. ceratoniae were clustered with little variation, between specimens from different origins over the world. 
	Very superficial statement. You need to rephrase this.


	This sentence was removed. 

	Lines 188-190 
	This result is in agreement with previous studies reporting that the levels of intra-specific variation rarely exceed 2%, in Lepidoptera (Hebert et al., 2003b; Hajibabaei et al., 2006; Hebert et al., 2009; Hausmann et al., 2011). 
	I would start the paragraph with this sentence.


	OK. The sentence in placed at the start of Discussion section.

Our results are in agreement with previous studies reporting that the levels of intra-specific variation rarely exceed 2% in Lepidoptera (Hebert et al., 2003b; Hajibabaei et al., 2006; Hebert et al., 2009; Hausmann et al., 2011).

	Lines 199-201
	Although DNA barcoding based on cytochrome oxidase I (COI) gene sequencing is an effective and reliable tool for insect identification, the use of this method could be time-consuming and/or expensive. For this reason, we suggest that COI-PCR-RFLP 
	This is very confusing, you need to clearly state that it is a combination of COI genotyping and PCR-RFLP
	Although DNA sequencing based on cytochrome oxidase I (COI) gene is an effective and reliable tool for insect identification, the use of this method could be time-consuming and/or expensive. For this reason, we suggest that a combination of COI genotyping and PCR-RFLP as a rapid diagnostic tool between Pyralid moths


Reviewer B comments
Minor concerns

• Abstract

Tunisia is known for its high productivity and quality date palms. However, these date palms are infested by various insect pests, especially Pyralids

The first sentence of the abstract seems unnecessary. It can be removed to start directly with to the main idea of the paper:

In Tunisia date palms are infested by various…

Authors’response: OK. It was done in the revised version. 
***
• Abstract :

“In the present study, we report the molecular characterization of Pyralid moths’ larvae, based on the Cytochrome Oxidase I (COI) gene sequence”

The objective should be re-expressed in a way that focuses only on Ectomyelois ceratoniae. In fact the study reports the molecular characterization of the larveae of this moth species and not that of all pyralid moths.

Authors’response: OK. It was done in the revised version. 

In the present study, we report the molecular diagnosis of the Pyralid moth Ectomyelois ceratoniae at the larvae stage, based on the Cytochrome Oxidase I (COI) gene sequence.
***

• Introduction; p 4; line 1

based on amplification, enzymatic digestion and/or sequencing

correct as:

based on enzymatic amplification, digestion and/or sequencing …

Authors’response: OK. It was done in the revised version. 

***

• Introduction; p 4; last sentence

“Taking this into consideration, the purpose of our present study was to identify and characterize larval specimens of Pyralidae, collected from palm date in different regions in Tunisia, based on barcoding and PCR-RFLP methods.

Here, once again while expressing the aim of this study, as it was outlined concerning the abstract, the focus should be made only on the species Ectomyelois ceratoniae instead of all Pyralids. Actually, the study reports the characterization of E. ceratoniae at the intraspecies and interspecies levels (differentiating this species from other similar pyralids species). The sentence has to be amended as follows:

the purpose of our present study was to identify and characterize larval specimens of Ectomyelois ceratoniae …..

Authors’response: OK. It was done in the revised version. 

***

• M&M; p 4; lines 22-23

Pyralidae larvae were collected from five oases in southern Tunisia, during spring 2013.

Modify this sentence as follows:

Pyralidae larvae were collected from five oases located in southern Tunisia, in spring 2013.

Authors’ response: OK. It was done in the revised version. 

***

• M&M; p 5; line 4

DNA PCR was conducted with primers

Correct as:

Polymerase Chain reactions were conducted with …

Authors’ response: OK. It was done in the revised version. 

***

• M&M; p 5; lines 7,8

The amplification was performed in 25μL volume. Each reaction used 50ng of DNA template…

The first sentence, too short, would be better merged with the following sentence as follows:

Each reaction, performed in 25μL volume, used 50ng of DNA template…

Authors’ response: OK. It was done in the revised version. 

***

• M&M; p 5; lines 10,11

followed by 35 cycles each of them consisting of 3 steps:

remove ‘of them’

Authors’ response: OK. It was done in the revised version. 

***

• Table 1: Sampling and public sequence data

In the first part of the table dealing with Tunisian oases, the word “oasis” is redundant. It can be removed to keep only the name of each oasis.

Authors’ response: OK. It was done in the revised version. 

***

• Results; p 6; 

After checking and manual editing, the total length of DNA sequence used from each individual was 604 bp.

→ After checking and manual editing, the total length of the DNA sequence used from each individual was adjusted to 604 bp.

Authors’ response: OK. It was done in the revised version. 

***

• Results; p 6; 

all specimens sampled belonged to E. ceratoniae species,

Remove “sampled”: → all specimens belonged to E. ceratoniae species,

Authors’ response: OK. It was done in the revised version. 

***

• Results; p 7; lines 4,5

No insertions, deletions, or stop codons were observed in any sequence, indicating …

Correct as: 

No insertions, deletions, or stop codons were observed in the sequences, indicating…

Authors’ response: OK. It was done in the revised version. 

***

• Results; p 8

Correct the spelling of “two” in the sentence:

The K2P distances calculated between samples from the tow continents were higher…

Authors’ response: OK. It was done in the revised version. 

***

• Conclusions and discussion; p 8

The inaugural sentence of this paragraph:

“The present study revealed that COI gene sequences of E. ceratoniae were clustered with little variation, between specimens from different origins over the world.”

Seems in contradiction with the sentence that appears some lines below

This fact pleads in favor of a strong population differentiation over geographic scales.

The authors should deal with this issue and avoid contradiction.

As increased geographical sampling affects slightly (not importantly) genetic distances, I suggest that the whole first paragraph of the discussion be removed:

“The present study revealed that COI gene sequences of E. ceratoniae were clustered with little variation, between specimens from different origins over the world. This result is in agreement with previous studies reporting that the levels of intra-specific variation rarely exceed 2%, in Lepidoptera (Hebert et al., 2003b; Hajibabaei et al., 2006; Hebert et al., 2009; Hausmann et al., 2011).”

Authors’ response: OK. The paragraph was corrected as recommended by reviewer A (see above). Also the word “strong” was removed from the sentence “This fact pleads in favor of a strong population differentiation over geographic scales”.
***

• Conclusions and discussion; pp 8,9

In the abstract as well in other parts of the manuscript (especially the discussion section), authors tend to use the word “method” and connected phrases such as “to develop a method”, etc… excessively, in a way suggesting that the paper rather reports a novel method or is a method paper, which is not the case. 

These sentences should be rewritten, for example: 

“We have developed a method based on” could be replaced by “we have used a method based on…”

Abstract: 

- Besides, we have developed a quick method, based on Polymerase Chain Reaction-Restriction…

Discussion 

- “The method reported, in this paper, will greatly…”

Authors’ response: OK. It was done in the revised version. 
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