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are provided with free text boxes to elaborate on their assessment. These free text comments are 
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VERSION 1 - REVIEW 

REVIEWER Hongyu Wang 
Vascular disease prevention and control center of Peking University 
Health Science Center;Peking University Shougang Hospital;PKU 
Care Zhuzhou Kind Cardiovascular Disease Hospital;China 

REVIEW RETURNED 26-Jan-2016 

 

GENERAL COMMENTS 1. Page 4 Line 8: Key words repeated “Psychological factors”  
2. Page 6 Line 14: “The intimate relationship between the action of 
telomerase and morbidity and mortality has been documented in 
different population studies and allows it to be proposed as a sound 
biomarker of human aging.” Whose “Morbidity and mortality”, 
cardiovascular death or all-cause death or others?  
3. Page 7 to 8 and 22: Parts of “Smoking and vascular aging”, 
“Alcohol and vascular aging”, “Inflammatory markers and oxidative 
stress “and “Micro-RNAs” and parts of “DISCUSSION” may need 
more reference articles to fully elaborate the relationship and the 
latest research progress .  
 
In a word,more and more studies have been designed to evaluate 
the vascular related risk factors from multiple aspects in the world 
and the research methods of the EVA study are reasonable .Thus 
the EVA study is of great importance for the prevention of adverse 
cardiovascular events and is worthy to be deeply evaluated and of 
good clinical prospect. 

 

REVIEWER Byung-Hee Oh 
Seoul National University College of Medicine 

REVIEW RETURNED 01-Feb-2016 

 

GENERAL COMMENTS This paper contains protocols for the future study. And the study has 
been approved by the clinical research ethics committee (CEIC) of 
the health area of Salamanca (‘CEIC of Salamanca Health Area, 
may 14-2015).  
As BMJ Open deals with protocol section, this study protocol can be 
considered for the publication.  
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However, early vascular ageing parameters such as PWV is known 
to be affected by antihypertensive medication as well as blood 
pressure. Therefore, the investigators should make an enrollment 
criteria for hypertension patients (For example, how long duration of 
medication stabilization before enrollment is necessary).  
Also, similarly, several medications such as statins, nitrates or beta 
blockers are known to affect vascular stenosis markers. The 
investigators should make principles regarding allowance of 
medication. 

 

REVIEWER Carsten Hjorthøj 
Copenhagen University Hospital, Mental Health Center 
Copenhagen, Denmark 

REVIEW RETURNED 18-Mar-2016 

 

GENERAL COMMENTS I have focused on the methods, primarily the statistics. These are 
quite straight forward, and the researchers have clearly put a lof of 
though into this and appear to know what they are doing. I have a 
few minor comments and suggestions, as detailed below:  
 
The sample size calculation mentions that it is based on an 
estimated difference of 0.20 points on a questionnaire, but does not 
mention the standard deviation used for this calculation.  
 
Variables: The researchers should specifiy how they will classify 
occupation and drug use.  
 
The researchers give a very detailed description of their analysis 
plan. They do not, however, mention how they will conduct analyses 
of qualitative variables of more than two categories and quantitative 
variables in cases where the latter is not normally distributed.  
 
The analysis plan makes no mention of whether missing data is to 
be expected, and if so, how this will be handled. Approaches to this 
could be, for instance. either maximum likelihood based models (e.g. 
using structural equations) or multiple imputations.  
 
Since people who perform the different tests will be blinded to 
clinical patient data, it will presumably also be possible to blind the 
statisticians / researchers. The authors do not, however, make any 
mention of this. I would recommend doing so if possible, but at the 
very least, the authors should mention the masking status of these 
individuals.  

 

VERSION 1 – AUTHOR RESPONSE 

Reviewer: 1. Reviewer Name Hongyu Wang  

Please leave your comments for the authors below 1. Page 4 Line 8: Key words repeated 

“Psychological factors”  

Authors' Answer  

We have corrected the error mentioned by the reviewer.  

 

2. Page 6 Line 14: “The intimate relationship between the action of telomerase and morbidity and 

mortality has been documented in different population studies and allows it to be proposed as a 

sound biomarker of human aging.” Whose “Morbidity and mortality”, cardiovascular death or all-cause 
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death or others?  

 

Authors' Answer  

Following the recommendations of the reviewer, we have expanded this section, which is currently as 

follows:  

The intimate relationship between morbidity, mortality, and the action of telomerase has been 

documented in different studies. Rodel L et al. 1 analyzed 64,637 individuals from the general 

population and concluded that short telomeres in peripheral blood leukocytes were associated with 

high mortality, for individuals in the short test vs. the longest decile. In 1,525 postmenopausal women 

with a follow-up of 13 years, Carty CL et al. 2 found that white women with shorter leukocyte telomere 

length (TLL) had higher risks of mortality and coronary heart disease. In contrast, shorter LTL was 

weakly associated with decreased mortality hazard in African-American women. Simpson K et al., 3 in 

patients with cancer, concluded that the fusogenic telomere length threshold provides a powerful, 

independent prognostic marker with clinical utility in breast cancer. Additionally, Needham BL et al 4 

examined the association between LTL and mortality in 3,091 US adults aged from 50-84 years, and 

concluded that the association between LTL and mortality differs by race/ethnicity and cause of death; 

the review performed by Haycock PC et al. 5 concluded that the available observational data show an 

inverse association between LTL and risk of coronary heart disease, independent of conventional 

vascular risk factors. The association with cerebrovascular disease is less certain. (Page 6; Line 4)  

 

3. Page 7 to 8 and 22: Parts of “Smoking and vascular aging”, “Alcohol and vascular aging”, 

“Inflammatory markers and oxidative stress “and “Micro-RNAs” and parts of “DISCUSSION” may need 

more reference articles to fully elaborate the relationship and the latest research progress .  

In a word, more and more studies have been designed to evaluate the vascular related risk factors 

from multiple aspects in the world and the research methods of the EVA study are reasonable .Thus 

the EVA study is of great importance for the prevention of adverse cardiovascular events and is 

worthy to be deeply evaluated and of good clinical prospect.  

 

Authors' Answer  

We modified the paragraphs indicated by the reviewer and expanded the number of references as 

follows:  

Smoking and vascular aging: Cigarette smoke stimulates leukocyte release of reactive oxygen and 

nitrogen species (ROS/RNS) and secretion of pro-inflammatory cytokines, increases the adherence of 

monocytes to the endothelium, and elicits airway inflammation. Smoking promotes endothelial 

dysfunction, decreasing nitric oxide and increasing oxidative stress.6 Tobacco smoking enhances 

telomere shortening in circulating human WBCs. Telomere attrition (expressed in WBCs) can serve as 

a biomarker of the cumulative oxidative stress and inflammation induced by smoking and, 

consequently, show the pace of biologic aging. 7-9 (Page 8; Line 1)  

 

Alcohol and vascular aging: In some studies, a beneficial effect of low or moderate alcohol 

consumption was found, particularly when taken as red wine.10  

There are several studies that analysed the influence of alcohol in vascular stiffness and vascular 

aging, concluding that moderate alcohol consumption may be beneficial.11-13 (Page 8; Line 13)  

 

Inflammatory markers and oxidative stress: Decreased arterial endothelial function with age is an 

independent risk factor for the development of vascular disease in healthy adults.14 Similarly, 

microvascular dysfunction and vascular hyperpermeability, which alter the integrity of the endothelium 

and its barrier function, are promoted by oxidative stress, decreased nitric oxide, and pro-

inflammatory changes and increase arterial stiffness.15-19 (Page 8; Line 19)  

 

Micro-RNAs have a critical role in the development of atherosclerotic disease, taking part in each 

step, from the start of plaque formation to plaque destabilization and rupture. Their analysis will help 
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determine the pathophysiological mechanisms of arterial aging.20-24 (Page 8; Line 25)  

 

Reviewer: 2 Byung-Hee Oh  

Please leave your comments for the authors below This paper contains protocols for the future study. 

And the study has been approved by the clinical research ethics committee (CEIC) of the health area 

of Salamanca (‘CEIC of Salamanca Health Area, may 14-2015).  

As BMJ Open deals with protocol section, this study protocol can be considered for the publication.  

However, early vascular ageing parameters such as PWV is known to be affected by antihypertensive 

medication as well as blood pressure. Therefore, the investigators should make an enrollment criteria 

for hypertension patients (For example, how long duration of medication stabilization before 

enrollment is necessary).  

Also, similarly, several medications such as statins, nitrates or beta blockers are known to affect 

vascular stenosis markers. The investigators should make principles regarding allowance of 

medication.  

 

Authors' Answer  

Under the heading of the variables collected, and because of the influence that drugs can have on 

arterial stiffness, we specified the drugs will be recorded.  

At the time of patient inclusion, we’ll record the date of diagnosis of hypertension or diabetes, as well 

as the drugs prescribed. We also will collect the start date of medication and doses of: 

antihypertensive, antidiabetic, and antiplatelet agents; anticoagulants; and lipid-lowering drugs. (Page 

11; Line 9)  

 

 

Reviewer: 3 Carsten Hjorthøj  

 

Please leave your comments for the authors below I have focused on the methods, primarily the 

statistics. These are quite straight forward, and the researchers have clearly put a lof of though into 

this and appear to know what they are doing. I have a few minor comments and suggestions, as 

detailed below:  

The sample size calculation mentions that it is based on an estimated difference of 0.20 points on a 

questionnaire, but does not mention the standard deviation used for this calculation.  

 

Authors' Answer  

We have completed this section as follows.  

The sample size was estimated to find a difference of 0.60 points in the 14-item questionnaire upon 

adherence to a Mediterranean diet between subjects with EVA and those without. We used this 

variable because we think that it, of all the variables, varies the least over time. Assuming a 1:3 ratio 

between subjects with and without EVA as the most unfavourable situation, accepting an alpha risk of 

0.05 and a beta risk of 0.20 in a two-sided test, and assuming a rate of losses due to technical 

difficulties or refusal to participate of 10%, 488 subjects would be required, 122 in the first group and 

366 in the second. It is assumed that the common standard deviation is 1.94 points. Five hundred 

subjects will be selected. (Page 10; Line 23)  

 

Variables: The researchers should specifiy how they will classify occupation and drug use.  

Authors' Answer  

Under the heading of variables collected, and because of the influence that drugs can have on arterial 

stiffness, we specified that the drugs will be recorded.  

At the time of patient inclusion, we’ll record the date of diagnosis of hypertension or diabetes, as well 

as the drugs prescribed. We also will collect the start date of medication and doses of: 

antihypertensive, antidiabetic, and antiplatelet agents; anticoagulants; and lipid-lowering drugs. (Page 

11; Line 9)  
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For the classification of the patient's occupation, we’ll use the National Classification of Occupations 

2011 (CNO-11).  

 

We have added the following paragraph to the Methods:  

The occupation of the patient will be recorded using the National Classification of Occupations 2011 

(CNO-11).25 (Page 11; Line 12)  

 

The researchers give a very detailed description of their analysis plan. They do not, however, mention 

how they will conduct analyses of qualitative variables of more than two categories and quantitative 

variables in cases where the latter is not normally distributed.  

Authors' Answer  

We have completed this section as follows:  

To analyse the relationship between qualitative variables of more than two categories and quantitative 

variables, an analysis of variance and the least significant difference test will be used in the post hoc 

tests; a Kruskal-Wallis test will be used in cases where the variables are not normally distributed. 

(Page 12; Line 15)  

 

The analysis plan makes no mention of whether missing data is to be expected, and if so, how this 

will be handled. Approaches to this could be, for instance. either maximum likelihood based models 

(e.g. using structural equations) or multiple imputations.  

 

Authors' Answer  

Because this first phase is a cross-sectional study and the data will be collected by a trained worker, 

we hope that there will be few missing data points; however, we have included the following 

paragraph in the section on statistical analysis:  

To minimize the risk of bias resulting from foreseeable losses in the study, we will apply a process of 

multiple imputation to the original database, using the chained equations method proposed by van 

Buuren et al.26 Fifty files will be generated from this method, in which missing values will be replaced 

with their corresponding imputed values. Estimators obtained from each file will be combined by the 

method of Rubin.27 These processes will be carried out by the Ice 27 and Mim programs, updated to 

version 14 of the statistical package Stata. (Page 21; Line 1)  

 

Since people who perform the different tests will be blinded to clinical patient data, it will presumably 

also be possible to blind the statisticians / researchers. The authors do not, however, make any 

mention of this. I would recommend doing so if possible, but at the very least, the authors should 

mention the masking status of these individuals.  

 

Authors' Answer  

We have added the following sentence:  

The statisticians/researchers who perform the different analyses will be blinded to the clinical patient 

data. (Page 21; Line 8) 

 

VERSION 2 – REVIEW 

REVIEWER Hongyu Wang 
Vascular disease prevention and control center of Peking University 
Health Science Center;Peking University Shougang Hospital;PKU 
Care Zhuzhou Kind Cardiovascular Disease Hospital;China 

REVIEW RETURNED 03-May-2016 
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GENERAL COMMENTS Page 9 Line 45  
"The general objectives of this study are:  
To establish reference values for vascular structure and function in 
the population of Salamanca."  
I wonder to know whether sample size of 500 can establish the 
reference values of this population.  
In a word, this study protocol is of great importance and hope you 
will do find something significant for early vascular aging.  

 

REVIEWER Carsten Hjorthøj 
Copenhagen University Hospital, Denmark 

REVIEW RETURNED 04-May-2016 

 

GENERAL COMMENTS All of my minor comments (the only kind I had) have been 
addressed satisfactorily. I have no further comments.  
 
I have only looked into the methods and statistics, so my review 
should not be taken as an endorsement (or lack thereof) regarding 
the rest of manuscript. 
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