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VERSION 1 - REVIEW 

REVIEWER Vasileios Achtsidis 
Second Eye Department, Attikon University Hospital, University of 
Athens, Greece 

REVIEW RETURNED 31-Jan-2016 

 

GENERAL COMMENTS It seems to be a very interesting job and very promising for future 
research, CIC is not very common in literature and papers like yours 
are needed. I think that if you could find more patients you could 
evaluate dry eye even better. 

 

REVIEWER Gonzalo Carracedo 
Universidad Complutense of Madrid (Spain) 

REVIEW RETURNED 11-Feb-2016 

 

GENERAL COMMENTS This interesting study compares the expression of IL-1β and TNF-α 
in the conjunctiva of diabetic patients with symptomatic moderate 
dry eye and those non-diabetic moderate dry eye patients.  
 
I think that manuscript is well-written but need some questions to 
resolve:  
 
 
 
- What is the slgith modification in the dry eye diagnostic criteria 
used?  
- For TBUT, how much volume of NaFl was instilled? was this 
volume controlled for all patients? This fact is very important to keep 
the repeatibility of TBUT  
- Prior to fix with paraformaldehide, the CIC paper was stored in any 
solution as ethanol? Please add this detail in the methodology.  
- What was the magnification in the optical microscope?  
- Were CIC for inmunofluorescence and biopsy perfomed the same 
day?  
- Statistical analysis is confuse. They use parametric and non 
parametric test without justfy the selection. is there sample size 
calculation? How do they showed the data....mean ans SD or SEM. 
They should improve this part of methodology  
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- Why authors don't evaluate the pro-inflammatory molecules in 
tears, i.e elisa assay?  
- I would like to see a gropu with non dry eye non diabetic patients. 

 

REVIEWER Dr Mohammad Razai 
London Northwest Healthcare Trust and University of Cambridge, 
United Kingdom 

REVIEW RETURNED 25-Mar-2016 

 

GENERAL COMMENTS Thank you for the opportunity to review this paper which I read with 
great interest.  
 
This is a well-written report with a clear question. The overall study 
design is appropriate for the study question. Participants are 
adequately described and inclusion and exclusion criteria mentioned 
in the method. As far as I am aware the references are up-to-date.  
 
The study finds an association between elevated levels of IL-1B and 
TNF-alpha and diabetic dry eye disease mainly in the basal layer of 
the conjunctival epithelium (is the difference in the ratio statistically 
significant or is it based on observation of immunohistochemistry 
specimens?). This is an interesting study and adds to our existing 
understanding of the pathogenesis of dry eye in diabetic patients. 
Conclusion is warranted based on the results as suggestion; 
however, I am not convinced regarding significance of the location of 
the positive cells with IL-1B and TNF-alpha  
 
Importance and clinical relevance: although it is an interesting study, 
I am not sure how helpful it is/how much it adds to readers who are 
making clinical decisions. Anti-inflammatory drugs are already used 
as treatment choice.  
 
Methods: there needs to be more information about the recruitment 
method, relevant dates including recruitment timeline and the study 
period. The upper age limit for patients (non-diabetic dry eye and 
diabetic without dry eye) included in the study is 6-12 years higher 
compared to diabetic dry eye. Given that the sample size it may 
become significant. This may need to acknowledged in the study 
limitations. Is this a representative sample? Participants 
demographics are not comprehensive.  
 
Results: are summarised and discussed in the introduction again 
page 4 lines 39-57. There is no need to do this in the introduction.  
 
Limitations: authors should mention any potential bias through 
recruitment and whether there were any confounding factors inany 
of three groups. How were the diabetic dry eye patients were 
matched with non-diabetic dry eye and dry eye patients? 

 

REVIEWER Javier Mariani 
Hospital El Cruce, Florencio Varela, Buenos Aires, Argentina 

REVIEW RETURNED 11-Apr-2016 

 

GENERAL COMMENTS Authors report a prospective observational study assessing the 
relationship between different aetiologies of dry eyes and levels of 
cytokines and cytology features of conjunctival epitelium.  
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From the statistical point of view there are limitations that should be 
addressed:  
1-In page 5, lines 8-9, authors stated “Age and gender of each group 
were matched”, however, in “Statistical Analysis” section, only 
describe methods for independent observations (i.e. Wilcoxon's test, 
One-Way ANOVA, Spearman's correlation test).  
2-One-Way ANOVA was used to assess association between 
cytokine levels and metaplasia grades between three groups. 
Please note that there is no mention about normality assumption 
(unlikely in a score), that should be present to obtain valid results 
with that test. The results of these analysis is reported in table 2, this 
table shows 2 p values for each parameter, however there is no 
description about the method used to compute p values (i.e. paired 
comparisons, adjustment for multiple comparisons).  
3-In “Statistical Analysis” section, authors describe “Wilcoxon test 
was used to compare the cytokine levels in CIC specimens between 
groups”. Actually, Kruskal-Wallis test should be used to compare a 
continuous not normally distributed variable between more than two 
groups.  
4-Authors report the use of Spearman correlation test to assess the 
relationship between two continuous variables, however the figure 6 
shows regression lines in each sub-figure, suggesting that 
parametric methods were used.  
5-Please, revise the english.  

 

VERSION 1 – AUTHOR RESPONSE 

Reviewer: 1  

We state: “No competing interests” in the end of the paper.  

Thank you for your good suggestion. We observed the expression of inflammatory cytokines through 

this study. We will find more patient for the next research. We acknowledged the limination in the 

limitations of this study that the sample size is not large enough.  

 

Reviewer: 2  

We state: “No competing interests” in the end of the paper.  

1. We used the definition and diagnosis of dry eye in 2006. To avoid ambiguity, we delete the words 

“with slight modification”.  

2. This is a good question. For TBUT, we used fluorescent staining strips, wetted with saline,then 

applied to the patient conjunctiva.  

3. Thank you for your suggestion. The CIC paper was still fixed with paraformaldehyde. The CIC 

paper was not stored in any solution.We add “placed at room temperature for more than 15min” in the 

methodology.  

4. The magnification in the optical microscope is 400×.  

5. Thank you for your Precious advice. The biopsy is perfomed the next day. We add the information 

“the next day” in the mathods.  

6.Thank you for your good suggestion, we changed the statistical analysis for Table 3. The sample 

size has been calculated.The datas are showed as “means±SD.  

7. This is an important suggestion for us.We investigated the inflammatory cells in the conjunctiva for 

the first step. Next step, we will evaluate the pro-inflammatory molecules in tears.  

8. Thank you for your good advice. We mainly studied diabetes related dry eye this time. Next time, 

we will study non diabetic non dry eye patients.  

 

Reviewer: 3  

We state: “No competing interests” in the end of the paper.  

1. The location of the positive cells realed that the basal conjunctival epithelial cells maybe the cellular 
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source of the increased levels of inflammatory cytokines in dry eye patients. For diabetic patients with 

dry eye, inflammation of the ocular surface may not be obvious, but in the basal cells of the 

conjunctiva, severe inflammation already exists  

2. Thank you for your Precious advice. We add “placed at room temperature for more than 15min” in 

the methodology. The biopsy is perfomed the next day. We add the information “the next day” in the 

mathods.  

(non-diabetic dry eye and diabetic without dry eye) included in the study is 6-12 years higher 

compared to diabetic dry eye. We analyzed that there is no sifnificant difference between the three 

groups. We acknowledged the limination in the limitations of this study.  

3. We deleted this sentence “The expression of these cytokines was evaluated in conjunctival 

impression cytology and conjunctival biopsy specimens using Immunofluorescence and 

immunohistochemical staining” in page 4.  

4. Thank you for your advice. The patients are randomly selected without bias and there were not any 

confounding factors in any of three groups. The age and gender are matched between the diabetic 

dry eye patients and non-diabetic dry eye patients.  

 

Reviewer: 4  

We state: “No competing interests” in the end of the paper.  

1. Thank you for your Precious advice. The age between the three groups were analyzed by paired 

comparisons.  

2. Thank you for your Precious suggestion. The final score is the average of three datas. The 

statistical data are normally distributed. There are 3p values in table 2.  

3. Thank you for your Precious advice. There are some mistakes in our statistical analysis. So,we 

changed the analysis methods by using Fisher exact test. The changes has been shown in Table 3.  

4. We state that parametric methods are used in the mathods  

5. We have revised English.Thank you. 

VERSION 2 – REVIEW 

REVIEWER Vasileios Achtsidis 
B Opthalmology Department, Attikon University Hospital, University 
of Athens, Greece 

REVIEW RETURNED 18-May-2016 

 

GENERAL COMMENTS Many thanks for the invitation to review the manuscript. I believe that 
all the measurements are not easy to perform therefore similar 
manuscripts are rare. I saw that they improved the statistical results 
and they revised the English. Am not sure if the findings are adding 
something however as the whole project is a difficult one I would 
agree to accept it. It would be better if we had another table showing 
the TBUT time and the schrimer test findings as these results are 
very interesting for the clinical ophthalmologists. Also, there is not a 
control group to compare the results. Finally, it may be useful if they 
state at the conclusion or the discussion that there is the possibility 
that different areas of the conjunctiva may release different amount 
of inflammatory agents (for example the upper quadrant may be 
protected from the upper eyelid better than the lower one and suffer 
less from dry eye inflammation than the lower one) therefore this 
could explain some differences at the measurements/concentrations 
of the inflammatory agents, which again may be subject to the 
laboratory's accuracy. 

 

REVIEWER Dr Mohammad Razai 
London Northwest Healthcare, London, UK 
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REVIEW RETURNED 27-May-2016 

 

GENERAL COMMENTS Thank you for the opportunity to review this revised manuscript. I 
believe overall the issues I raised in my first review have been 
addressed adequately. The standard of written English is acceptable 
but some paragraphs need tidying up. 

 

REVIEWER Javier Mariani 
Hospital El Cruce, Argentina 

REVIEW RETURNED 12-May-2016 

 

GENERAL COMMENTS Authors made the suggested changes.  
There are some minor typos to address before publication.  

 

VERSION 2 – AUTHOR RESPONSE 

Reviewer: 4  

1. We state: “None” in the end of the paper, in the “Competing interests”.  

2. The authors have addressed some typos in the article.  

 

Reviewer: 1  

Thank you for your Precious suggestions  

1. We add another table (Table 1) showing the TBUT and the schirmer test findings.  

2. We state in the “limitations of this study” that, it would be better if the study included a group of 

patients without diabetes and dry eye.  

3. We add “A possibility that different areas of the conjunctiva may release different amount of 

inflammatory agents. The upper quadrant of the conjunctiva may be protected from the upper eyelid 

better than the lower quadrant. So, the upper conjunctiva may suffer less from dry eye inflammation 

than the lower part.” In the discussion.  

 

Reviewer: 3  

Thank you for your Precious suggestions  

1. We state: “None” in the end of the paper, in the “Competing interests”.  

2. We have tidied some paragraphs. 

 

VERSION 3 – REVIEW 

REVIEWER Dr Mohammad Razai 
University of Cambridge  
London Northwest Healthcare  
London, UK 

REVIEW RETURNED 19-Jun-2016 

 

GENERAL COMMENTS The typographical errors and minor changes have been noted. I 
believe the authors have addressed the issues raised previously and 
the paper is adequately prepared for publication. 

 

REVIEWER Javier Mariani 
Hospital El Cruce, Argentina 
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REVIEW RETURNED 17-Jun-2016 

 

GENERAL COMMENTS The report substantially improved since first review. However, there 
are several grammatical errors that should be addressed before 
publication.  
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