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VERSION 1 - REVIEW 

REVIEWER Katsuiku Hirokawa  
Emeritus Professor  
Tokyo Medical & Dental University  
Japan 

REVIEW RETURNED 06-Nov-2012 

 

THE STUDY The subjects employed in this study were healthy people, not 
patients. 

REPORTING & ETHICS Ethical approval is written in P24, but insufficient. Number of 
document was not written.  
No comment was written about acquisition of written consent from 
participants. 

GENERAL COMMENTS This paper reported a longitudinal study on IFN -production ability 

in a healthy cohort for 24 years. Authors employed the same method 

for 24 years; i.e. peripheral blood was cultured with Sendai virus and 

the activity of IFN  in the supernatant was determined by bioassay. 

The total number of subjects was 2387 and most of them were 

repeatedly examined for the assessment of IFN-alpha activity. Many 

of them suffered from various diseases and previous papers 

demonstrated that impairment of IFN  production was observed, 

irrespective of age, in patients with lung cancer, diabetes, myeloid 

dysplastic syndrome, nephritis, HIV and HCV.  The present paper 

focused on the age-related change in the IFN-alpha production in 

healthy 295 subjects. Regression analysis was performed using 

linear and quadratic formula. The results displayed a statistically 

significant decline in IFN-alpha production. Interestingly, quadratic 

formula analysis showed positive, U shaped pattern, suggesting that 

elderly subjects once showing a decline of IFN production 

showed a trend of recovery as they aged. The longitudinal study for 

24 years needs patience and effort and the findings obtained are 

very interesting. So the paper is probably suitable for publication, but 

some more information would be desirable.   

1) Readers would like to know the difference in the magnitude of 

decline between diseased and healthy population. In mixed model 

analysis using 33 LT healthy subjects, the log (IFN  value) decline 

3% over 10 years. How much was the decline of the log (IFN  
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value) in diseased subjects reported in previous papers.  

2) The quadratic analysis showed U shaped pattern. When 

observing individual data, what was percentage of subjects that 

showed an actual increase of titer of IFN  production in the later 

stage of 24 years?  

If authors consider questions mentioned above, the paper would 

become much more understandable for those who are not familiar to 

statistical method.   

 

 

REVIEWER Usha Ponnappan, Ph.  
Professor,  
Department of Microbiology and Immunology  
University of Arkansas for Medical Sciences  
Little Rock, AR 72205  
USA 

REVIEW RETURNED 30-Nov-2012 

 

THE STUDY The study design suffers from few samples for a longitudenal study. 
However, given the conclusion that minimal impact on IFN occurs 
during aging, this may be considered as a prelude to a much larger 
study.  
details about the time of interferon analyses to exclude peaks of 
influenza season would benefit to exclude noted increases in the 
population. 

RESULTS & CONCLUSIONS It would have been better served , if the authors had considered two 
important caveats to their study, (1) the underlying chronic viral 
infections often noted in the elderly, i.e., cmv or EBV status of the 
subjects, to override increases that were observed ie 60-65 year 
group. and (2) a word about the consistency of IFN measurements 
over the period of the study. 

GENERAL COMMENTS This is an important study, however, it would enhance the study 
further, if information regarding chronic infection status and 
standardization of IFN assays over the course of the study are 
provided.  

 

VERSION 1 – AUTHOR RESPONSE 

Reviewer: Katsuiku Hirokawa  

Comment: Ethical approval is written in P24, but insufficient. Number of document was not written. No 

comment was written about acquisition of written consent from participants.  

Reply: We have now included information regarding informed consent.  

 

Comment: Readers would like to know the difference in the magnitude of decline between diseased 

and healthy population. In mixed model analysis using 33 LT healthy subjects, the log (IFN-α value) 

decline 3% over 10 years. How much was the decline of the log (IFN-αvalue) in diseased subjects 

reported in previous papers.  

Reply: In our previous paper, we compared IFN production in healthy subjects and HCV patients as a 

part of a 17-year longitudinal study. Sixty percent of the HCV-infected patients had impaired or 

declining IFN-α production, compared to 17% in the healthy control group. (Uno et al., Impaired IFN-

alpha production and the risk of cancer development. J Interferon Cytokine Res 2007;27(12):1013-7.) 

 on M
ay 16, 2023 by guest. P

rotected by copyright.
http://bm

jopen.bm
j.com

/
B

M
J O

pen: first published as 10.1136/bm
jopen-2012-002113 on 11 January 2013. D

ow
nloaded from

 

http://bmjopen.bmj.com/


For this study we also used a mixed model analysis. In the follow-up to our current paper we will 

reveal the difference between healthy subjects and subjects with diseases such as cancer, diabetes 

mellitus and HCV.  

 

Comment: The quadratic analysis showed U shaped pattern. When observing individual data, what 

was percentage of subjects that showed an actual increase of titer of IFN production in the later 

stage of 24 years? If authors consider questions mentioned above, the paper would become much 

more understandable for those who are not familiar to statistical method  

Reply: We changed the title of Figure 4 and as can be seen 18 of 33 subjects (54.5%) had IFN 

production that reflected a positive coefficient pattern (a concave U shaped pattern of the quadratic 

expression). This suggests that LT subjects’ once declining IFN production recovered as they aged) 

and also revealed the period when IFN−α production was the lowest within the measuring period.  

 

   

Reviewer: Usha Ponnappan  

Comment: the underlying chronic viral infections often noted in the elderly, i.e., cmv or EBV status of 

the subjects, to override increases that were observed ie 60-65 year group.  

Reply: Healthy subjects have the option to requests these tests once or twice a year, however, CMV 

and EBV were included as a part of subjects’ standard health checks. We think this is an interesting 

point of view and since we still have plasma samples of the subjects in this study we can check for 

these infections in future studies.  

 

Comment: a word about the consistency of IFN measurements over the period of the study.  

Reply: IFN titer was standardized to WHO international reference IFN-α MRC 69/19B, 95/568 and we 

later used Japanese standard interferon-α (J501) from 2005, which was standardized using 

international standard 95/574. Using these standards, we created a standard for our laboratory and 

used this during every assay. 
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