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VERSION 1 - REVIEW 

REVIEWER Taylor Sandison 
Senior Medical Director,  
Cidara Therapeutics,  
USA 

REVIEW RETURNED 13-Dec-2015 

 

GENERAL COMMENTS This type of study looking at the benefit/risk profile of CTX 
prophylaxis in the HIV-exposed population is long overdue. Well 
done. A couple of comments/ suggestions:  
 
1) If possible revisit the choice not to use placebo. Is there another 
formulation that won't involve use of a sugar that could be used?  
2) If the study site has malaria, I would consider adding malaria to 
the outcome list of common illnesses that might be prevented by 
CTX prophylaxis. Better yet, if there are multiple sites, it would be 
interesting to see the differences in overall morbidity/mortality 
between site with differing incidences of malaria.  
3) The non-inferiority statistical section didn't make much sense to 
me, especially in terms of how the total sample size was determined. 
We need to know the expected underlying mortality rate (not a table 
of options), the power, alpha, and non-inferiority margin chosen. The 
NI margin is clinically relevant and should be supported with 
literature.  
4) If the Manary lab being used is in St. Louis, it is at Washington 
University and not the University of Washington (which is in 
Seattle).  

 

REVIEWER Jim Aizire 
Department of Epidemiology,  
Johns Hopkins Bloomberg School of Public Health,  
Baltimore, MD, USA 

REVIEW RETURNED 03-Jan-2016 

 

GENERAL COMMENTS The manuscript describes an important study with a potential to 
inform policy and clinical practice with regard to pediatric HIV-free 
survival. The authors describe an ongoing randomized controlled 
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trial (RCT) assessing the effect of cotrimoxazole prophylaxis on 
morbidity and mortality among breastfeeding HIV-uninfected infants 
born to HIV-infected mothers.  
The clinical equipoise as to warrant an RCT design is well 
articulated, as well as the ethical justifications. First, the authors 
demonstrate that while RCT based evidence exists for the efficacy of 
cotrimoxazole prophylaxis in decreasing morbidity and mortality 
among HIV infected infants, there is none for HIV exposed 
uninfected (HEU) children. In addition, the policy to use 
cotrimoxazole prophylaxis for infants born to HIV infected women 
was enacted in the context of limited capacity for early infant HIV 
diagnosis; and with a background of high vertical transmission rates. 
The authors argue that such a blanket policy is no longer justified in 
the current settings of improved early infant HIV diagnosis, and the 
presumed lower mother-to-child transmission risk given the more 
potent ARV based PMTCT strategies. The authors’ arguments are 
based on relevant and up-to-date literature reviews.  
Here below are a few observations for consideration:  
Study randomization and blinding: Block randomization versus 
simple randomization improves the likelihood of having a balanced 
allocation across the study arms. Interim analyses (for example the 
proposed DSMB analysis at the 50% follow-up completion) will also 
likely have a balanced distribution of known and unknown potential 
confounders. The additional feature of varying the block sizes is 
important because predictability of allocation is minimized.  
The following however were not clear or potentially misleading:  
a. ‘External statistician’: Is the statistician ‘external’ to the study team 
OR is it a study team member who is ‘external’ to the study site?  
i. It would also be helpful to state how the assignments were 
generated e.g. computer generated or not? Is this on or off study 
site?  
ii. The delineation of roles was not clear: What does the study nurse 
do? Based on what I understood to be the process of randomization 
described, I thought the statement that reads: “Randomization is 
performed by the study counselor…” was potentially misleading. 
What exactly does the study counselor do in this regard?  
b. Concealment of random allocation: This is crucial to minimize 
potential for selection bias. From the narrative, it is implied that 
concealment of random allocation will be achieved by using ‘sealed 
envelopes’ and a ‘randomization box’. Stating whether these are 
opaque or not is an important detail. Also, while concealment will 
likely be achieved for the mother based on the narrative, it remains 
unclear how this will be achieved for the study nurse? If the study 
nurse is responsible for placing the sealed envelopes into the 
randomization box there may be a potential breach.  
c. Masking/blinding: This is an important tool to minimize any 
potential for information bias during data collection and/or entry 
during study follow-up, as well as the data analysis phase.  
i. The authors state that the study counselor will specifically ask the 
study participants not to divulge their randomization status to the 
‘assessors’ during subsequent study reviews. The second last 
sentence of this section was very long and may in the process have 
concealed an important detail. Is the emphasis by the counselor to 
the study mother made at every study visit or only at baseline?  
ii. In the event of CTX toxicity, a CTX drug hold will be instituted. It is 
not immediately apparent how the study clinician or lab reviewer 
(masked to CTX assignment) will assess ‘adverse event (AE) 
relatedness to CTX’. One approach would be to determine AE 
relatedness to CTX using homogeneous procedures across the two 
study arms i.e. apply the same standards to both those with and 
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without CTX exposure. Ultimately, ‘un-masking’ would be instituted 
for such an infant deemed to have AE related to CTX. If the 
unmasked infant is found to be on CTX, then proceed to initiate a 
CTX drug hold etc... Please explain how this scenario of CTX toxicity 
is being managed.  
iii. A minor semantics comment ~ the preference in contemporary 
literature of the term ‘masking’ versus ‘blinding’.  
Main objectives and endpoints:  
a. A brief description of sCD14 biomarker of inflammation will be 
important for the naïve reader.  
Study population:  

 Screening: It might be helpful to describe how the screening 
process – eligibility criteria assessments based on maternal report 
and or review of the PMTCT program chart records? E.g. prior 
antibiotic use;  

 Timing of HIV infection: HIV negative infants based on a negative 
PCR prior to entry (birth – 6 weeks). There is a small likelihood of 
enrolling HIV infected infants particularly those with HIV screen 
earlier e.g. closer to birth, particularly given the relatively high 
vertical transmission risk during the first 6-8 weeks of life compared 
to later. The authors acknowledge this design limitation and also 
posit that the early breastmilk transmission risk will be low because 
of the more potent ARV based PMTCT strategies.  
Study follow-up and planned analysis:  
a. CTX side effects: As stated by the authors, the evidence with 
regard to CTX adverse effects remains equivocal. Reported side 
effects are non-specific, and generally rare. This scenario is even 
more blurred in the context of concomitant exposures particularly 
ARV drug exposure (maternal and/or infant).  
i. It might be helpful therefore to describe the CTX toxicity 
ascertainment mechanism? Is there a toxicity grading scale? What 
grading scheme is being used? A sliding scale of assessing the 
relatedness of an adverse event to CTX exposure: ‘definitely not 
related’ ‘possibly related’, ‘probably related’ and ‘definitely related’, 
would help minimize unnecessary CTX drug discontinuations, but 
also minimize misclassification bias.  
 
b. Exposure to ARV drugs for PMTCT: This is not described. 
Nonetheless, the study randomization by expectation will lead to a 
homogenous distribution of study infants across the two groups re: 
all factors including background ARV exposures. That said, post-
randomization switch of the maternal and/or infant the PMTCT ARV 
prophylaxis/ART regimens has a potential to re-introduce a bias, 
particularly in the context of ‘as-treated’ analysis.  
c. Potential confounders: Potential confounders are well articulated.  
i. Delivery and birth history: However, it was not immediately 
apparent how ‘delivery’ may potentially confound the exposure-
outcome relationships being studied. Going by the ‘classical 
definition of confounding’ i.e. the potential confounder is associated 
(causal or not) with the exposure (CTX prophylaxis) and CAUSALLY 
associated with the outcome of interest, and not on the causal 
pathway. Do the authors hypothesize an association between CTX 
exposure and mode of delivery (vaginal delivery versus caesarian 
section)? A similar clarification re: the potential confounding effects 
of ‘birth history’…  
 
d. Secular trends: Given the relatively long recruitment period (3 
years), it is important to discuss any secular trends particularly 
PMTCT policy (option A vs option B versus B+). Any such trends 
would lead to potential effect measure modification by calendar time. 
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Appropriate approaches in the analyses might entail stratified 
analyses or statistical interactions. This however may lead to 
decreased statistical power and increased likelihood of a type II 
error.  
 
e. Sample size calculation: The authors acknowledge the limitations 
of some of the assumptions made  
 
f. Analysis:  
i. For the proposed sensitivity analysis by duration of CTX 
prophylaxis the categorization: < 6 months vs. 6-12 months vs. > 12 
months should be made clearer. Does this refer to the duration of 
CTX exposure or infant age in months? Either way the > 12 months 
category seems redundant given the study design.  
ii. As expected the intention-to-treat analysis maintains the 
randomization status, which obviates the need to adjust for potential 
confounding. However, the authors omit discussion of any statistical 
analysis to address any potential confounding particularly in the 
context of ‘as-treated’ analyses; as well as time-to-event analyses. 
While potential confounders are described, there are no multivariate 
statistical models discussed.  
iii. One consideration of this trial is the reliance on recruiting HEU 
infants whose mothers intend to breastfeed for an extended period 
(> 6 months of life). By design, the individual level study intervention 
(CTXp) will be stopped after BF cessation. This leads to a switch 
study randomization at BF cessation. This will potentially result in 
underpowered analyses in the context of early BF cessation. The 
authors do report earlier BF cessation than anticipated, thus far. 

 

REVIEWER Athena P. Kourtis, MD, PhD, MPH 
Centers for Disease Control and Prevention  
Atlanta, GA, USA 

REVIEW RETURNED 04-Feb-2016 

 

GENERAL COMMENTS This paper describes the design of a study to assess the effect of 
cotrimoxazole prophylaxis on morbidity and mortality of breastfed 
HIV-exposed uninfected infants in South Africa. The study is very 
timely and critically needed, as this question is very important for this 
large population of infants, and perhaps for all infants in resource-
limited settings. The existing literature on the topic has so far 
provided rather inconclusive evidence. The article is overall well-
written and has a thoughtful and comprehensive review of the 
literature on the topic.  
Comments:  
1. While the authors claim that there is equipoise on the subject, 
their discussion seems to favor the claim that cotrimoxazole is not 
necessary. A more balanced discussion of the literature would better 
support the equipoise claim, which this reviewer believes is correct. 
For example, in the discussion of the two BAN study publications in 
p. 4, towards end of paragraph (Dow A et al and Kourtis A et al), as 
well as in the relevant entries in the Table, it should be noted that 
the Dow paper included 1522 infants, as they used certain 
exclusions, whereas Kourtis et al included all 2250 infants with 
information on the outcomes of interest. Further, Dow et al looked at 
time to the first severe illness or death (combined outcome), 
whereas Kourtis et al examined outcomes separately (severe febrile 
illness, diarrhea/growth faltering or death) with all such events (and 
not just the first) contributing through conditional gap time models. 
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Therefore the latter analysis represents a more accurate picture of 
the whole BAN infant cohort.  
2. P. 5, top. Evidence for benefit of cotrimoxazole for young infants 
less than 6 months of age was shown in Kourtis et al (ref 37).  
3. There is a study in Botswana that examined whether 
cotrimoxazole would increase survival rate of HIV exposed infants. 
Results will be presented shortly, and may be available at the time of 
publication, so the claim of no other RCT on the subject on p. 5 may 
have to be revised, depending on availability of this information.  
4. Related to the objective of assessing gut inflammation in infants 
according to CTX exposure, cite relevant publication by Kourtis et al, 
JID 2013; 208:653-61, that found that cotrimoxazole prophylaxis was 
associated with higher plasma LPS levels, thus disrupted mucosal 
integrity.  
5. Definition of pneumonia: Would fever need to be included? 
Otherwise episodes of reactive airway disease may be counted as 
pneumonia.  
6. The choice of 5 percentage points as non-inferiority is indeed 
large as it may represent a 50% difference in outcomes or more. 
This choice may be dictated by logistical reasons-otherwise the 
sample size would be too large, but this needs to be acknowledged 
as a limitation.  
7. In p. 11, it is mentioned that delays have occurred due to less 
than anticipated exclusive breastfeeding. Why does the study need 
to be undertaken only among exclusively breastfed infants? Isn't the 
majority of infants mixed-fed in the real world, and wouldn't the 
results be also important among mixed-fed infants?  
8. It would be important for a study such as this to be undertaken in 
a malaria-endemic setting as well, as morbidity and mortality are 
different and the corresponding effects of CTX expected to be 
different as well.  
9. The paper sometimes reads as excerpts of a protocol. Some 
editing to morph it more into a paper may be necessary.  
10. In Table 1, last entry on PEPI and NVAZ study: The comments 
are misleading, as the main difference between the two studies was 
that of breastfeeding, which stopped at 6 months in PEPI but 
continued in NVAZ. The differences in GE morbidity observed are 
likely the result of this difference and not CTX.  

 

REVIEWER Anju Seth 
Center of Excellence in hIV Care  
Department of Pediatrics  
Lady Hardinge Medical College  
New Delhi, India 

REVIEW RETURNED 23-Feb-2016 

 

GENERAL COMMENTS This RCT proposes to address an issue that has assumed relevance 
in the era where robust PMTCT programs for HIV, access to early 
infant diagnosis and anti-retroviral treatment to infants with HIV 
infection are in place in most Nations. Co-trimoxazole prophylaxis, 
that was recommended for all HIV infants, primarily to benefit those 
infants who are infected but whose diagnosis may not have been 
confirmed, is thus now being given largely to those infants who are 
HIV uninfected, a group for which there is no clear evidence of 
benefit, adding to cost and contributing to anti-microbial resistance. 
Thus, the research question being addressed by Coutsodis et al is 
highly relevant.  
I have the following comments on the protocol manuscript:  
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1. This RCT is not a placebo controlled study, due to the stated 
apprehension of the researchers for a possible gut interference by a 
‘sugar solution’ placebo. The authors could well have used a multi-
vitamin liquid preparation as a placebo, which is acceptable for 
infants on breastfeeding. In fact definition of ‘exclusive breast 
feeding’ does not exclude infants who receive multi-vitamin drops. 
The use of placebo would have strengthened the study design.  
2. It is not clear why a process of double-randomisation was 
followed: once a randomization sequence was generated using 
block randomization & sealed sequential envelopes prepared, what 
additional benefit would be achieved by asking the mothers to 
randomly select a sealed envelop?  
3. Discussing with the mother ‘not to tell the physician in which 
treatment arm the infant is’ is a rather crude and unlikely to be 
accurate means of ensuring blinding. Thus, placebo controlling was 
important.  
4. Authors could have included ‘all cause hospital admissions’ as an 
outcome variable. Any reason why this was not considered?  
5. What was the reason for excluding episodes of pneumonia (only 
fast breathing with no retractions) and diarrhea with no dehydration 
from among the outcome variables. A sub-group analysis of severe 
events can always be done during data analysis.  
6. Very importantly, it is not clarified in the inclusion criteria, or any 
where else in the manuscript, whether the infants to be included are 
those who are being exclusively breastfed (EBF) or having any 
breastfeeding (ie breastfeeding with variable amount of formula 
feeding). Since beneficial effects of EBF get negated to a large 
extent by addition of any amount of replacement feeding, the study 
should ideally include only those infants who are EBF for the first 6 
months of life. This does not come out clearly anywhere in the 
document.  
7. In case authors are enrolling infants who are EBF at 6 weeks, it 
should be defined in the protocol how the following infants would be 
handled:  
a. Infants mixed fed from beginning  
b. Infants who are mixed fed after a variable initial period of EBF  
8. Manuscript should describe what feeding advise would be given 
to infants regarding duration of BF , introduction of complementary 
feeding etc  
9. It would be worthwhile including evaluation of incidence & severity 
‘rash’ as an adverse event to CTX along with Hb & ALT among the 
secondary outcome variables 

 

VERSION 1 – AUTHOR RESPONSE 

Reviewer: 1  

Reviewer Name: Taylor Sandison  

Institution and Country: Senior Medical Director, Cidara Therapeutics, USA  

Competing Interests: None declared  

 

This type of study looking at the benefit/risk profile of CTX prophylaxis in the HIV-exposed population 

is long overdue. Well done. A couple of comments/ suggestions:  

 

1) If possible revisit the choice not to use placebo. Is there another formulation that won't involve use 

of a sugar that could be used?  

 

We only had access to a placebo that contained sugar. In addition, this particular placebo which was 
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registered as a placebo for CTX syrup is a transparent syrup and was therefore not colour matched to 

the active CTX. The time factor and costs involved in initiating production of an appropriate colour- 

and taste-matched placebo was prohibitive, which added to our decision not to use a placebo. Based 

on the reviewer’s question we have added in an extra sentence mentioning that the choice was also 

based on practical considerations – page 7.  

 

2) If the study site has malaria, I would consider adding malaria to the outcome list of common 

illnesses that might be prevented by CTX prophylaxis. Better yet, if there are multiple sites, it would 

be interesting to see the differences in overall morbidity/mortality between site with differing 

incidences of malaria.  

 

The study site is not in a malaria-endemic area. This study is particularly relevant to non-malaria 

areas.  

 

 

3) The non-inferiority statistical section didn't make much sense to me, especially in terms of how the 

total sample size was determined. We need to know the expected underlying mortality rate (not a 

table of options), the power, alpha, and non-inferiority margin chosen. The NI margin is clinically 

relevant and should be supported with literature.  

 

We apologise for confusing the reviewer with our table, which was presenting the sample size under a 

variety of assumptions, and have thus removed it in the edited manuscript. However above the table 

we had mentioned that we used a composite end point. We assumed underlying mortality of 7% and 

the power and alpha etc are recorded on page 13.  

 

4) If the Manary lab being used is in St. Louis, it is at Washington University and not the University of 

Washington (which is in Seattle).  

 

Thank you for pointing this out; we have edited this in the protocol and the manuscript  

 

Reviewer: 2  

Reviewer Name: Jim Aizire  

Institution and Country: Department of Epidemiology, Johns Hopkins Bloomberg School of Public 

Health, USA.  

Competing Interests: None declared  

 

The manuscript describes an important study with a potential to inform policy and clinical practice with 

regard to pediatric HIV-free survival. The authors describe an ongoing randomized controlled trial 

(RCT) assessing the effect of cotrimoxazole prophylaxis on morbidity and mortality among 

breastfeeding HIV-uninfected infants born to HIV-infected mothers.  

The clinical equipoise as to warrant an RCT design is well articulated, as well as the ethical 

justifications. First, the authors demonstrate that while RCT based evidence exists for the efficacy of 

cotrimoxazole prophylaxis in decreasing morbidity and mortality among HIV infected infants, there is 

none for HIV exposed uninfected (HEU) children. In addition, the policy to use cotrimoxazole 

prophylaxis for infants born to HIV infected women was enacted in the context of limited capacity for 

early infant HIV diagnosis; and with a background of high vertical transmission rates. The authors 

argue that such a blanket policy is no longer justified in the current settings of improved early infant 

HIV diagnosis, and the presumed lower mother-to-child transmission risk given the more potent ARV 

based PMTCT strategies. The authors’ arguments are based on relevant and up-to-date literature 

reviews.  

Here below are a few observations for consideration:  

Study randomization and blinding: Block randomization versus simple randomization improves the 
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likelihood of having a balanced allocation across the study arms. Interim analyses (for example the 

proposed DSMB analysis at the 50% follow-up completion) will also likely have a balanced distribution 

of known and unknown potential confounders. The additional feature of varying the block sizes is 

important because predictability of allocation is minimized.  

The following however were not clear or potentially misleading:  

 

a.‘External statistician’: Is the statistician ‘external’ to the study team OR is it a study team member 

who is ‘external’ to the study site?  

 

The statistician who undertook the preparation of randomization lists referred to was external to the 

study team.  

 

i. It would also be helpful to state how the assignments were generated e.g. computer generated or 

not? Is this on or off study site?  

 

The assignments were computer generated. This has been added to page 7 of the manuscript text.  

 

ii. The delineation of roles was not clear: What does the study nurse do? Based on what I understood 

to be the process of randomization described, I thought the statement that reads: “Randomization is 

performed by the study counselor…” was potentially misleading. What exactly does the study 

counselor do in this regard?  

 

The counselor and the nurse are 2 different people. The counselor is responsible for explaining the 

study to the participants and obtaining written informed consent and then explaining the process of 

randomization to the participant and presenting her with a box of envelopes with concealed 

assignments for the mother to choose one. Edits have been made to page 7 to clarify this in the 

manuscript.  

 

b. Concealment of random allocation: This is crucial to minimize potential for selection bias. From the 

narrative, it is implied that concealment of random allocation will be achieved by using ‘sealed 

envelopes’ and a ‘randomization box’. Stating whether these are opaque or not is an important detail. 

Also, while concealment will likely be achieved for the mother based on the narrative, it remains 

unclear how this will be achieved for the study nurse? If the study nurse is responsible for placing the 

sealed envelopes into the randomization box there may be a potential breach.  

 

The envelopes are opaque and they are placed in the box by the study counsellor into the box and no 

potential breach occurs. Please see response to query a) ii.  

 

c. Masking/blinding: This is an important tool to minimize any potential for information bias during data 

collection and/or entry during study follow-up, as well as the data analysis phase.  

i. The authors state that the study counselor will specifically ask the study participants not to divulge 

their randomization status to the ‘assessors’ during subsequent study reviews. The second last 

sentence of this section was very long and may in the process have concealed an important detail. Is 

the emphasis by the counselor to the study mother made at every study visit or only at baseline?  

 

The counselor reminds the mothers at each visit. We have edited these into two sentences in the 

manuscript.  

 

iii. In the event of CTX toxicity, a CTX drug hold will be instituted. It is not immediately apparent how 

the study clinician or lab reviewer (masked to CTX assignment) will assess ‘adverse event (AE) 

relatedness to CTX’. One approach would be to determine AE relatedness to CTX using 

homogeneous procedures across the two study arms i.e. apply the same standards to both those with 
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and without CTX exposure. Ultimately, ‘un-masking’ would be instituted for such an infant deemed to 

have AE related to CTX. If the unmasked infant is found to be on CTX, then proceed to initiate a CTX 

drug hold etc... Please explain how this scenario of CTX toxicity is being managed.  

 

In the general physical examination of each infant, regardless of group allocation (since the masked 

clinician performs the exam), the standard AEs related to CTX are recorded. If a child has grade 3 or 

4 rash, Hb, or ALT and the clinician believes that they could be related to CTX, the study co-ordinator 

will be asked to check the study drug allocation and if the child is on CTX the child will have the CTX 

discontinued but the child will remain in the study.  

 

iv. A minor semantics comment ~ the preference in contemporary literature of the term ‘masking’ 

versus ‘blinding’.  

 

Thank you we have changed this throughout the manuscript.  

 

Main objectives and endpoints:  

a. A brief description of sCD14 biomarker of inflammation will be important for the naïve reader.  

 

Thank you for this valuable comment. A paragraph has been added to page 10-11.  

 

Study population:  

a Screening: It might be helpful to describe how the screening process – eligibility criteria 

assessments based on maternal report and or review of the PMTCT program chart records? E.g. prior 

antibiotic use;  

 

The following paragraph has been added to page 10: At the screening visit, the mothers sign an 

informed consent document. Thereafter, a detailed screening questionnaire is completed, which 

covers PMTCT information, infant feeding questions and questions about the infant’s health and 

medicinal intake. The infants “Road to Health” booklet is also checked for any exclusionary criteria at 

screening and at the enrolment visit to confirm the eligibility criteria at screening and enrolment. The 

questionnaire is administered by the study counsellor, but the study clinician will also go through 

study eligibility criteria with the mother when examining the infant.  

 

b Timing of HIV infection: HIV negative infants based on a negative PCR prior to entry (birth – 6 

weeks). There is a small likelihood of enrolling HIV infected infants particularly those with HIV screen 

earlier e.g. closer to birth, particularly given the relatively high vertical transmission risk during the first 

6-8 weeks of life compared to later. The authors acknowledge this design limitation and also posit that 

the early breastmilk transmission risk will be low because of the more potent ARV based PMTCT 

strategies.  

Study follow-up and planned analysis:  

a. CTX side effects: As stated by the authors, the evidence with regard to CTX adverse effects 

remains equivocal. Reported side effects are non-specific, and generally rare. This scenario is even 

more blurred in the context of concomitant exposures particularly ARV drug exposure (maternal 

and/or infant).  

i. It might be helpful therefore to describe the CTX toxicity ascertainment mechanism? Is there a 

toxicity grading scale? What grading scheme is being used? A sliding scale of assessing the 

relatedness of an adverse event to CTX exposure: ‘definitely not related’ ‘possibly related’, ‘probably 

related’ and ‘definitely related’, would help minimize unnecessary CTX drug discontinuations, but also 

minimize misclassification bias.  

 

If a child has grade 3 or 4 rash, Hb, or ALT, the clinician will try to ascertain if there is any other cause 

for the change in ALT/Hb or rash other than CTX eg the use of traditional medicine can increase ALT. 
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The study clinicians also make use of the Integrated Management of Childhood Illness guidelines 

developed by the WHO, which has a section on identifying drug-related rashes and diagnosing 

Stevens-Johnsons syndrome (a known, rare side effect of CTX use).  

 

b.Exposure to ARV drugs for PMTCT: This is not described. Nonetheless, the study randomization by 

expectation will lead to a homogenous distribution of study infants across the two groups re: all 

factors including background ARV exposures. That said, post-randomization switch of the maternal 

and/or infant the PMTCT ARV prophylaxis/ART regimens has a potential to re-introduce a bias, 

particularly in the context of ‘as-treated’ analysis.  

 

As per the South African Department of Health guidelines, all infants receive NVP prophylaxis for the 

first 6 weeks of life. All mothers also receive Fixed Dose Combination (FDC; Tenofovir, emtricitabine 

and Efavirenz) as prophylaxis when they test positive for HIV during pregnancy. If a mother is not 

responding to treatment, or has been on ARVs for a long time, she may be switched to a different 

regimen. The mothers are asked which regimen they are taking at the screening visit and all follow-up 

questionnaires ask whether she has changed her regimen since the last visit. These instances will be 

considered in the data analysis; however, this bias should be equally distributed over the two arms of 

the study which has randomized allocation of mother-infant pairs.  

 

c. Potential confounders: Potential confounders are well articulated.  

i. Delivery and birth history: However, it was not immediately apparent how ‘delivery’ may potentially 

confound the exposure-outcome relationships being studied. Going by the ‘classical definition of 

confounding’ i.e. the potential confounder is associated (causal or not) with the exposure (CTX 

prophylaxis) and CAUSALLY associated with the outcome of interest, and not on the causal pathway. 

Do the authors hypothesize an association between CTX exposure and mode of delivery (vaginal 

delivery versus caesarian section)? A similar clarification re: the potential confounding effects of ‘birth 

history’…  

 

There is a great deal unknown of how these birth factors affect infant outcomes and they may play a 

complex role in disease. We therefore do not have a clear pathway and plan to treat these variables 

in a straight forward manner.  

 

d. Secular trends: Given the relatively long recruitment period (3 years), it is important to discuss any 

secular trends particularly PMTCT policy (option A vs option B versus B+). Any such trends would 

lead to potential effect measure modification by calendar time. Appropriate approaches in the 

analyses might entail stratified analyses or statistical interactions. This however may lead to 

decreased statistical power and increased likelihood of a type II error.  

 

• As reviewer pointed out earlier, we specifically used block randomization to account for any secular 

trends. We have added this into the paper as a limitation on page 2: Changes in PMTCT programs 

and breastfeeding promotion efforts could introduce temporal trends; however, this is taken account 

of by the use of an RCT method.  

 

e. Sample size calculation: The authors acknowledge the limitations of some of the assumptions 

made.  

 

f. Analysis:  

i. For the proposed sensitivity analysis by duration of CTX prophylaxis the categorization: < 6 months 

vs. 6-12 months vs. > 12 months should be made clearer. Does this refer to the duration of CTX 

exposure or infant age in months? Either way the > 12 months category seems redundant given the 

study design.  
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Thank you for bringing our attention to this – this crept in from an earlier version when we were 

considering a longer follow-up. We will remove this from the paper and edit the protocol accordingly.  

 

ii. As expected the intention-to-treat analysis maintains the randomization status, which obviates the 

need to adjust for potential confounding. However, the authors omit discussion of any statistical 

analysis to address any potential confounding particularly in the context of ‘as-treated’ analyses; as 

well as time-to-event analyses. While potential confounders are described, there are no multivariate 

statistical models discussed.  

 

The primary analysis will use an intent-to-treat analysis. The secondary analysis will consider those 

that adhered to CTX vs those that did not and we will handle all the potential confounders such as 

maternal age, socio-economic status individually in multivariate logistic regression models. A 

paragraph has been added to page 15.  

 

iii. One consideration of this trial is the reliance on recruiting HEU infants whose mothers intend to 

breastfeed for an extended period (> 6 months of life). By design, the individual level study 

intervention (CTXp) will be stopped after BF cessation. This leads to a switch study randomization at 

BF cessation. This will potentially result in underpowered analyses in the context of early BF 

cessation. The authors do report earlier BF cessation than anticipated, thus far.  

 

Thank you for this comment. However, we have not reported earlier breastfeeding cessation than 

anticipated. Rather, we have reported a lower initiation of breastfeeding rate than anticipated, which 

has slowed down our anticipated recruitment since breastfeeding is an eligibility criterion. Having said 

that, if a mother does cease breasfeeding earlier than 12 months, we are obligated to follow the WHO 

guideline; this means we would test the infant for HIV 6 weeks after complete cessation of 

breastfeeding, at which point they will stop CTX prophylaxis when proven HIV uninfected (if 

randomized to the CTX arm). This data will be captured and considered during the analysis.  

 

Reviewer: 3  

Reviewer Name: Athena P. Kourtis, MD, PhD, MPH  

Institution and Country: Centers for Disease Control and Prevention, Atlanta, GA, USA  

Competing Interests: None declared  

 

This paper describes the design of a study to assess the effect of cotrimoxazole prophylaxis on 

morbidity and mortality of breastfed HIV-exposed uninfected infants in South Africa. The study is very 

timely and critically needed, as this question is very important for this large population of infants, and 

perhaps for all infants in resource-limited settings. The existing literature on the topic has so far 

provided rather inconclusive evidence. The article is overall well-written and has a thoughtful and 

comprehensive review of the literature on the topic.  

Comments:  

1. While the authors claim that there is equipoise on the subject, their discussion seems to favor the 

claim that cotrimoxazole is not necessary. A more balanced discussion of the literature would better 

support the equipoise claim, which this reviewer believes is correct. For example, in the discussion of 

the two BAN study publications in p. 4, towards end of paragraph (Dow A et al and Kourtis A et al), as 

well as in the relevant entries in the Table, it should be noted that the Dow paper included 1522 

infants, as they used certain exclusions, whereas Kourtis et al included all 2250 infants with 

information on the outcomes of interest. Further, Dow et al looked at time to the first severe illness or 

death (combined outcome), whereas Kourtis et al examined outcomes separately (severe febrile 

illness, diarrhea/growth faltering or death) with all such events (and not just the first) contributing 

through conditional gap time models. Therefore the latter analysis represents a more accurate picture 

of the whole BAN infant cohort.  
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We thank the reviewer for this comment. We have amended the discussion of the BAN results (page 

4).  

 

2. P. 5, top. Evidence for benefit of cotrimoxazole for young infants less than 6 months of age was 

shown in Kourtis et al (ref 37).  

 

Thank you for noting this omission. However, we have now deleted this whole paragraph since it 

specifically talks to malaria and is not relevant to our study and this also allowed us to shorten the text 

to compensate for text added elsewhere in response to reviewer’s comments.  

 

3. There is a study in Botswana that examined whether cotrimoxazole would increase survival rate of 

HIV exposed infants. Results will be presented shortly, and may be available at the time of 

publication, so the claim of no other RCT on the subject on p. 5 may have to be revised, depending 

on availability of this information.  

 

Thank you, and in fact the early data has recently been presented at the CROI 2016 conference – this 

has been inserted into the manuscript on page 4.  

 

4. Related to the objective of assessing gut inflammation in infants according to CTX exposure, cite 

relevant publication by Kourtis et al, JID 2013; 208:653-61, that found that cotrimoxazole prophylaxis 

was associated with higher plasma LPS levels, thus disrupted mucosal integrity.  

 

Thank you for this comment. This has been updated on page 10 of the manuscript.  

 

5. Definition of pneumonia: Would fever need to be included? Otherwise episodes of reactive airway 

disease may be counted as pneumonia.  

We used the WHO criteria which do not include fever.  

 

6. The choice of 5 percentage points as non-inferiority is indeed large as it may represent a 50% 

difference in outcomes or more. This choice may be dictated by logistical reasons-otherwise the 

sample size would be too large, but this needs to be acknowledged as a limitation.  

Yes thank you, agreed this is indeed a limitation of the study and as the reviewer correctly points out 

financial and practical considerations were involved in this decision together with the fact that a 

decision was made that if there isn’t at least a 5% difference such a large programme wouldn't be 

worth it especially as the length of breastfeeding continues and women could be breastfeeding for 

even up to 24 months. We have included this in the section on page 13.  

 

7. In p. 11, it is mentioned that delays have occurred due to less than anticipated exclusive 

breastfeeding. Why does the study need to be undertaken only among exclusively breastfed infants? 

Isn't the majority of infants mixed-fed in the real world, and wouldn't the results be also important 

among mixed-fed infants?  

 

We apologize, it seems that the reviewer misunderstood our text. Our delays in recruitment were due 

to less than anticipated breastfeeding. An eligibility criterion is breastfeeding and although EBF is 

recommended, even if mothers are not able to adhere to EFB, they are still eligible to recruit and 

remain in the study. It is precisely as the reviewer points out, that many children in the real–world are 

mixed-fed which dictated our decision to include all breastfeeding women.  

 

8. It would be important for a study such as this to be undertaken in a malaria-endemic setting as well, 

as morbidity and mortality are different and the corresponding effects of CTX expected to be different 

as well.  
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We agree with the reviewer that an RCT testing the value of CTX prophylaxis in malaria-endemic 

areas would be useful. However, this study is based in South Africa, and currently does not have the 

budget to expand into malaria-endemic areas outside of South Africa.  

 

9. The paper sometimes reads as excerpts of a protocol. Some editing to morph it more into a paper 

may be necessary.  

 

Thank you for pointing this out – we have addressed this and changed a few sections – eg removing 

table and editing text appropriately.  

 

10. In Table 1, last entry on PEPI and NVAZ study: The comments are misleading, as the main 

difference between the two studies was that of breastfeeding, which stopped at 6 months in PEPI but 

continued in NVAZ. The differences in GE morbidity observed are likely the result of this difference 

and not CTX.  

 

Thank you for noting this error, we have removed this from the table accordingly.  

 

Reviewer: 4  

Reviewer Name: Anju Seth  

Institution and Country: Center of Excellence in HIV Care, Department of Pediatrics, Lady Hardinge 

Medical College  

New Delhi, India  

Competing Interests: none  

 

This RCT proposes to address an issue that has assumed relevance in the era where robust PMTCT 

programs for HIV, access to early infant diagnosis and anti-retroviral treatment to infants with HIV 

infection are in place in most Nations. Co-trimoxazole prophylaxis, that was recommended for all HIV 

infants, primarily to benefit those infants who are infected but whose diagnosis may not have been 

confirmed, is thus now being given largely to those infants who are HIV uninfected, a group for which 

there is no clear evidence of benefit, adding to cost and contributing to anti-microbial resistance. 

Thus, the research question being addressed by Coutsodis et al is highly relevant.  

I have the following comments on the protocol manuscript:  

1. This RCT is not a placebo controlled study, due to the stated apprehension of the researchers for a 

possible gut interference by a ‘sugar solution’ placebo. The authors could well have used a multi-

vitamin liquid preparation as a placebo, which is acceptable for infants on breastfeeding. In fact 

definition of ‘exclusive breast feeding’ does not exclude infants who receive multi-vitamin drops. The 

use of placebo would have strengthened the study design.  

 

We agree with the reviewer that not having a placebo is a limitation of the study. However, with the 

use of a multivitamin as a placebo, this may provide those infants on the non-CTX arm with an added 

nutritional advantage over those randomized to the CTX arm. Additionally, this is not the standard 

practice in our public health clinics and therefore would not be representative of what would happen in 

the real world after the trial results were made available. Please also see our response to reviewer 1, 

point 1 regarding the placebo issue.  

 

2. It is not clear why a process of double-randomisation was followed: once a randomization 

sequence was generated using block randomization & sealed sequential envelopes prepared, what 

additional benefit would be achieved by asking the mothers to randomly select a sealed envelop?  

 

This was decided as a component of the operational aspects of the trial and was introduced as a way 

to engage the participants. We felt it was important to empower women and make them feel included 

in the study by choosing their own envelope and felt it would encourage them to take ownership over 
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their choice. Since they would physically be pulling the envelope out of the box it would be equivalent 

to them making a choice so psychologically they would feel they are making the choice.  

 

2.Discussing with the mother ‘not to tell the physician in which treatment arm the infant is’ is a rather 

crude and unlikely to be accurate means of ensuring blinding. Thus, placebo controlling was 

important.  

 

Yes, we agree that it is not the best means of ensuring blinding but under the circumstances of not 

having a placebo (for reasons explained in the text) this was our next best option. With this we have 

the additional ‘safeguard’ through only including grade 3 and 4 events, so that doctor bias 

ascertainment of endpoints is unlikely. Please see last section of study design on page 7.  

 

4. Authors could have included ‘all cause hospital admissions’ as an outcome variable. Any reason 

why this was not considered?  

 

We specifically chose not to include this as our endpoints were specifically looking at severe 

diarrhoea and pneumonia endpoints. Using hospital admissions would pick up a heterogenous group 

and would not have the same degree of specificity for our needs. However, this data is captured in 

our questionnaires and could be considered during the analysis.  

 

5.What was the reason for excluding episodes of pneumonia (only fast breathing with no retractions) 

and diarrhea with no dehydration from among the outcome variables. A sub-group analysis of severe 

events can always be done during data analysis.  

 

These grade 3 and 4 events are listed as our primary endpoints. However, grade 1 and 2 diarrhoea 

and pneumonia events are graded by the clinician and these data are captured.  

 

6. Very importantly, it is not clarified in the inclusion criteria, or any where else in the manuscript, 

whether the infants to be included are those who are being exclusively breastfed (EBF) or having any 

breastfeeding (ie breastfeeding with variable amount of formula feeding). Since beneficial effects of 

EBF get negated to a large extent by addition of any amount of replacement feeding, the study should 

ideally include only those infants who are EBF for the first 6 months of life. This does not come out 

clearly anywhere in the document.  

 

We will do everything within our means to support EBF which is very much part of our study, but 

regardless of our efforts there are over-riding cultural and other constraints so that women, although 

they intend to EBF, do not succeed in following through with their intent. However we believe that not 

excluding women who do not EBF is important to allow the results of this study to be more 

generalizable.  

 

7. In case authors are enrolling infants who are EBF at 6 weeks, it should be defined in the protocol 

how the following infants would be handled:  

a. Infants mixed fed from beginning  

b. Infants who are mixed fed after a variable initial period of EBF  

We recruit any breastfeeding infant and we will have information on whether they were EBF or mixed 

fed, but we are unlikely to have power to analyse according to breastfeeding mode and will simply 

enter this variable into the statistical analysis model used.  

 

8. Manuscript should describe what feeding advise would be given to infants regarding duration of BF, 

introduction of complementary feeding etc  

 

We are using standard WHO and South African guidelines where mothers are encouraged to EBF for 

 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-2015-010656 on 12 July 2016. D

ow
nloaded from

 

http://bmjopen.bmj.com/


6 months and then continue breastfeeding with the introduction of complementary foods at 6 months 

of age. Added into the manuscript on page 10.  

 

9. It would be worthwhile including evaluation of incidence & severity ‘rash’ as an adverse event to 

CTX along with Hb & ALT among the secondary outcome variables.  

 

We specifically didn’t include incidence of severe rash among the secondary outcome variables as it 

is extremely rare in our setting. 

VERSION 2 – REVIEW 

REVIEWER Jim Aizire 
Johns Hopkins Bloomberg School of Public Health, Baltimore, USA 

REVIEW RETURNED 02-May-2016 

 

GENERAL COMMENTS The informational value of the study is clear with a potential to inform 
policy and clinical practice with regard to cotrimoxazole prophylaxis 
and pediatric HIV-free survival.  
The study procedures are well characterized. Clarifications were 
made to the randomization, concealments and masking procedures. 
The authors acknowledge the potential for secular trends. However, 
any differential secular trends occurring post-randomization have a 
potential to re-introduce bias in this RCT study design. Another, 
consideration are some of the presumed set of potential 
confounders particularly the delivery characteristics. 

 

REVIEWER Athena P. Kourtis 
Centers for Disease Control and Prevention  
Atlanta, GA, USA 

REVIEW RETURNED 23-Mar-2016 

 

GENERAL COMMENTS All my concerns have been adequately addressed in the revision. 

 

REVIEWER Anju Seth 
Director Professor of Pediatrics &  
Program Director, Pediatric Center of Excellence in HIV Care,  
Department of Pediatrics  
Lady Hardinge Medical College  
New Delhi 

REVIEW RETURNED 03-Apr-2016 

 

GENERAL COMMENTS Authors have anwered all comments adequately and modified the 
manuscript as per suggestions of reviewers. The manuscript is 
acceptable for publication to me  

 

VERSION 2 – AUTHOR RESPONSE 

Reviewers' Comments to Author:  

 

Reviewer: 2  

Reviewer Name: Jim Aizire  

Institution and Country: Johns Hopkins Bloomberg School of Public Health, Baltimore, USA  
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Competing Interests: None  

 

The informational value of the study is clear with a potential to inform policy and clinical practice with 

regard to cotrimoxazole prophylaxis and pediatric HIV-free survival.  

The study procedures are well characterized. Clarifications were made to the randomization, 

concealments and masking procedures. The authors acknowledge the potential for secular trends. 

However, any differential secular trends occurring post-randomization have a potential to re-introduce 

bias in this RCT study design. Another, consideration are some of the presumed set of potential 

confounders particularly the delivery characteristics.  

Response: Thank you for the comment. Following on from your earlier comment, we added in to our 

previous revision that randomisation would likely lead to balanced groups on characteristics 

associated with secular trends and other confounders, it does indeed not guarantee it. We have 

therefore added in to the new version of the article on page 12/13 “Changes in PMTCT programs and 

breastfeeding promotion efforts could introduce temporal trends; however, this is taken account of to 

some degree by the use of an RCT method. Since this cannot be guaranteed we will investigate in the 

analysis whether or not the randomization led to unbiased groups and will adjust in the analysis for 

confounders if necessary.”.  

 

Reviewer: 3  

Reviewer Name: Athena P. Kourtis  

Institution and Country: Centers for Disease Control and Prevention, Atlanta, GA, USA  

Competing Interests: None declared  

 

All my concerns have been adequately addressed in the revision.  

 

Reviewer: 4  

Reviewer Name: Anju Seth  

Institution and Country: Director Professor of Pediatrics & Program Director, Pediatric Center of 

Excellence in HIV Care, Department of Pediatrics, Lady Hardinge Medical College, New Delhi, India  

Competing Interests: None declared  

 

Authors have answered all comments adequately and modified the manuscript as per suggestions of 

reviewers. The manuscript is acceptable for publication to me 
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