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VERSION 1 - REVIEW 

REVIEWER ANGELOS DANIILIDIS 
ARISTOTLE UNIVERISTY SCHOOL OF MEDICINE 
THESSALONIKI GREECE 

REVIEW RETURNED 27-May-2016 

 

GENERAL COMMENTS This is a two years cross sectional study addressing a clearly 
focused issue regarding the use of p16INK4a= , as a triage for 
screening HIV infected women for high grade cervical intraepithelial 
lesions. The population under study and methods were sufficiently 
presented and although subjective measurements like the 
colposcopic appearance of CIN were also used, authors identified all 
important factors for the accurate diagnosis of the pathology. 
Statistical analysis is adequate and the results of the study are well 
presented. Results are precise as they are similar with previous 
studies pointing the same issue thus sensitivity and specificity of 
p16. The last is perhaps a small drawback of the study, since it is 
already known from previous research that p16 is a marker with high 
specificity but not satisfactory sensitivity to be used as a triage 
screening test. Saying that though the quality of the study remains 
high, since it pinpoints that p16 has not the sensitivity required even 
for the screening of the so called high risk populations. Certainly a 
cross sectional study has not the same implications for practice as a 
randomized study but overall meets the criteria to be considered for 
publication.  

 

REVIEWER Michael H. Chung, MD, MPH 
University of Washington  
USA 

REVIEW RETURNED 30-May-2016 

 

GENERAL COMMENTS This is a well-written manuscript examining the role of p16INK4a 
ELISA alone in cervical cancer screening among HIV-infected 
women in Kenya with CIN2+.  
 
Methods:  
What was the rationale for shipping some samples to DKFZ in 
Heidelberg while others remained at the on-site FACES laboratory 
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and what method was used to determine which samples were sent, 
i.e., was this at random or did this start after a certain time period? 
While the authors mention that there was correlation between 
samples processed at both the on-site and DKGZ laboratory, what 
proportion of samples were tested at both labs and what was the 
overall correlation coefficient between these samples?  
 
Line 55 on page 8: for consistency change the one “ARV use” to 
HAART.  
 
Analysis:  
Table 2: Did the authors consider differences in sensitivity and 
specificity based on ART duration?  
Table 3: The multivariate model provided little predictive information 
(low goodness-of-fit) – did the authors consider stepwise regression 
or other modeling strategies to improve the fit of the model for 
prediction?  
 
Discussion:  
As discussed by the authors, a primary limitation of the current study 
is that women with CIN1 did not receive colposcopy, affecting the 
accuracy of specificity and sensitivity. In addition, p16INK4a ELISA 
without IHC staining reduces accuracy of the estimates. Based on 
these limitations, the authors should consider adapting or adding to 
the final discussion that these may need to be interpreted with 
caution, particularly as p16 specificity found herein is much lower 
than other studies, and consider the need for more data and/or 
better assessment of the utility of p16 or other cervical screening 
measures in this setting and population. 

 

REVIEWER Joel FOKOM DOMGUE 
Department of Obstetrics and Gynecology  
University Hospital Centre of Yaoundé,  
Cameroon 

REVIEW RETURNED 31-May-2016 

 

GENERAL COMMENTS Thank you for the opportunity to review the manuscript entitled 
“Performance of p16INK4a ELISA as a primary cervical cancer 
screening test among a large cohort of HIV-infected women in 
western Kenya: a two-year cross-sectional study”.  
In this article the authors investigated the test characteristics of a 
molecular biomarker (p16INK4a) in detecting cervical dysplasia 
among HIV-infected women. This represents a novel and valuable 
set of information. Overall, the methodology is well conducted and 
the results are well presented. However, there are some concerns I 
have with the manuscript as currently presented.  
In the introduction (page 4 line 24 to 28), authors argue that “HAART 
has not been shown to reduce the risk of cervical pre-cancer or 
cancer. Therefore, HIV-infected women in low-resource settings  
are now living longer, but remain at higher risk for cervical disease.” 
I think this should be nuanced and better discussed based on the 
literature. Indeed, the impact of HAART on cervical precancer for 
example appears to be inconsistent across studies with some 
reports finding no effect (Lillo FB, et al. J Infect Dis 2001; Schuman 
P, et al. J Infect Dis 2003; Kreitchmann R, et al. Arch Gynecol 
Obstet 2013) while others showing an improvement of cervical 
lesions under HAART (Minkoff H et al, J Infect Dis 2010; Blitz S, et 
al. J Infect Dis 2013 ; Clifford GM et al, Int J Cancer 2016).  
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In the methods section, inclusion criteria include women from 23 
years of age. Is there any evidence to support this cut-off?  
In the discussion section (Page 15 line 2 to 17), the studies used to 
compare your results should have been carried using a similar 
methodology like yours.  
One major limitation of your study is related to the imperfect gold 
standard bias. Indeed, the use of colposcopy alone in some women 
and that of biopsy in others to define the disease status might have 
significantly influenced the calculation of the test characteristics. 
Could you discuss in which direction (under or overestimation) and 
to what extent the sensitivity and specificity of p16INK4a in your 
study could have been misestimated? 

 

VERSION 1 – AUTHOR RESPONSE 

To Reviewer 1, Dr. Angelos Daniilidis:  

Thank you for your comments. We appreciate your insight into the strengths and weaknesses of our 

study. We agree that our study design is limited as a cross-sectional study, and ideally the data would 

feed into a randomized or longitudinal study in the future.  

 

To Reviewer 2, Dr. Michael Chung:  

Methods:  

These are good points. The rationale for shipping samples to both DKFZ and the FACES laboratory 

was to ensure that p16 ELISA would perform independently with valid and reproducible results in the 

FACES laboratory. To do this, we needed to confirm correlation of p16 ELISA value determination 

between both lab sites, using the DKFZ laboratory as the gold standard as p16 had previously been 

developed and studied extensively at the Heidelberg site. Calibration curves were also developed 

there. In our study population, a total of 460 (43.6%) women had samples sent to DKFZ, and 740 

women (70.2%) had samples analyzed at the on-site FACES laboratory. Among these, 146 (13.9%) 

women out of a total of 1,054 women had samples sent to both sites. This study builds on a pilot 

study, in which 310 specimens were analyzed at DKFZ laboratories to ensure the heat stabilization, 

storage and shipment would allow for interpretation. Following the pilot, the next 150 specimens were 

read at both laboratories, at which time the interclass correlation coefficient between both labs was 

measured to be 0.89, and found to be sufficient to continue analysis at the FACES laboratory alone. 

This method was established in the original study protocol in 2011, prior to initiation of the study. 

Changes have been made in MATERIALS AND METHODS, Laboratory Methods, Paragraph 1 on 

lines 58-60 on Page 7 to lines 1-10 on Page 8.  

Thank you for pointing this out. ARV has been corrected to HAART under MATERIALS AND 

METHODS, Statistical methods, Paragraph 2 on lines 9-10 on Page 9. HAART is now universally 

used in the manuscript.  

Analysis:  

We agree that HAART duration is an important variable to account for differences in sensitivity and 

specificity. Average duration on HAART was 18 months among our entire cohort. In Table 2, we 

divided our study population into ≤18 months and >18 months of duration on HAART. We found 

sensitivity and specificity for women on >18 months of HAART were 86.11% and 22.37%, 

respectively. Among women with ≤18 months of HAART, sensitivity and specificity of the p16 ELISA 

were 90.11% and 23.74%, respectively. The differences between the two groups based on HAART 

duration were small and insignificant, based on our analyses. Results are reported in Table 2 on 

Pages 12-13 and within RESULTS Paragraph 5 on lines 24-28 on Page 12.  

In our multivariate analyses, we considered several different models to look for improved goodness-

of-fit for prediction of CIN2+ status, including stepwise regression with an α of both 0.05 and 0.10. 

With the more liberal α, our R2=0.0602 (p=0.0001), compared to the model we reported in the 

manuscript R2=0.0553 (p=0.001). We decided not to include all variables up to α=0.10 because of the 

 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-2016-012547 on 13 S

eptem
ber 2016. D

ow
nloaded from

 

http://bmjopen.bmj.com/


more well established threshold of α=0.05. A best-fit model maximizing R2 was 0.1350 (p=0.001). We 

decided not to use our best-fit model because this model included a fairly random combination of 20 

statistically and non-statistically significant values.  

Discussion:  

This is now reflected in DISCUSSION Paragraph 4 on lines 31-51 on Page 17.  

 

To Reviewer 3, Dr. Joel Fokom Domgue:  

Introduction:  

Thank you for this correction. The introduction has been edited to reflect the mixed results seen in 

previous studies on the impact of HAART on cervical disease. We found in the Clifford GM et al study 

(2016) that among women ≤2 years on HAART, they had a higher risk of cervical disease compared 

to women never on HAART, as well as a reduced risk of disease among women >2 years on HAART. 

Edits have been made in INTRODUCTION Paragraph 1 on lines 26-36 on Page 4.  

Methods:  

When developing the guidelines for screening within the FACES clinics, the program planners wanted 

to balance the cervical cancer screening guidelines that suggest screening at 25 years of age in low-

resource settings, and the potential increased risk for HPV-related disease among HIV-infected 

women at younger ages. The FACES protocol represents a compromise between these two concerns 

and sets the age of screening at 23 years. When the study was implemented, we chose to recruit 

participants who were undergoing screening per the clinic’s protocol.  

Discussion:  

Our test limitations due to the imperfect gold standard bias may have led to underascertaiment of true 

CIN2+ status. Given these limitations, our test characteristics likely underestimated sensitivity and 

overestimated specificity of true test characteristics. However, the reviewer is correct in suggesting 

that the misestimation cannot be accurately calculated. The changes have been made to 

DISCUSSION Paragraph 4 on lines 9-17 on Page 17. 

 

VERSION 2 – REVIEW 

REVIEWER ANGELOS DANIILIDIS 
Aristotle University of Thessaloniki  
Greece 

REVIEW RETURNED 25-Jun-2016 

 

GENERAL COMMENTS All requirements and corrections have been met thus the paper in its 
current form fulfils the criteria for being published 

 

REVIEWER Michael Chung 
University of Washington  
USA 

REVIEW RETURNED 05-Jul-2016 

 

GENERAL COMMENTS Thank you for the opportunity to review this manuscript. The 
comments have been adequately addressed in the revised 
manuscript and I recommend acceptance. 

 

REVIEWER Joel FOKOM DOMGUE 
Department of Obstetrics and Gynecology,  
University Hospital Centre,  
Yaounde,  
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Cameroon 

REVIEW RETURNED 06-Jul-2016 

 

GENERAL COMMENTS The authors responded satisfactorily to my concerns. In my opinion, 
this work is scientifically valid and innovative and the revised version 
of the manuscript is acceptable for publication.  
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