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VERSION 1 - REVIEW 

REVIEWER SOULIE Cathia 
INSERM-Sorbonne Universités UPMC Univ Paris Institut Pierre 
Louis d‟Epidémiologie et de Santé Publique (iPLESP),  
AP-HP, Hôpital Pitié Salpêtrière, Laboratoire de Virologie  
France 

REVIEW RETURNED 23-Jan-2015 

 

GENERAL COMMENTS Tsai and collaborators searched for HIV-1 tropism and this impact 
on clinical presentation, immunological and virological factors of 
patients in Taiwan. The results were important to evaluate the 
epidemiology of HIV-1 tropism and resistance in Taiwan.  
 
I recommend this manuscript for publication. The manuscript was 
clear and well writing.  
 
Some comments:  
- The HIV transmitted drug resistance was an important result and 
its consequences on the future antiretroviral treatment. It deserves 
to be emphasize in results, discussion and in conclusion.  
- What do you think about Ultra Deep Sequencing to evaluate the 
tropism (discussion section)?  
- I am not agree with the assumption in the abstract (page 3 of 30) 
that 74% of the VTC clients were infected exclusively with R5-tropic 
virus strains. The Sanger method allowed to sequence viral 
population about 20%. “Exclusively” should be removed or substitute 
by majority  
- I am not agree by genotypic coreceptor tropism cannot detect the 
D/M tropism (page 4 of 30) in the strengths and limitations of the 
study. It is commonly admitted that when genotypic prediction 
predict X4 viruses, it is X4-tropic viruses (R5X4 and X4 viruses).  
- It is interesting to moderate the following sentence in the strengths 
and limitations of the study “Sensitivity of genotypic population 
sequencing test is relative low compared to phenotypic test”. The 
reanalysis of clinical trials with maraviroc with phenotypic tropism 
test was pretty good.  
- In material and methods section (page 10 of 30), it is necessary to 
correct the unit of volume 5µL instead 5ml; 45µL instead 45mL)  
- You have to reduce the number of table (synthetize). 
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REVIEWER Rolf Kaiser 
University of Cologne,  
Institute of Virology  
Germany 

REVIEW RETURNED 08-Feb-2015 

 

GENERAL COMMENTS The authors describe a cohort of newly diagnosed HIV patients. 
They analyzed baseline resistance with respect to NRTIs, NNRTIs 
and PIs and the tropism. All but one patients carried HIV 1 subtype 
B.  
It is important to have data from the different parts of the world; 
obiously Taiwan has different data than the mainland countries in 
East Asia.  
They found a frequency of 9.3% resistance associated mutations 
which is an important information too.  
The tropism prediction as the main topic of this paper showed a 
frequency of 74% R5-variants using an FPR of 10% in geno2pheno. 
R5-viruses were associated with a higher viral load which is an 
unusual result and the viral loads of the two groups presented here 
have a broad variability.  
The statement (page 4, lines 16 – 18) that genotypic analysis cannot 
predict Dual-tropic viruses is not correct. There are systems that try 
to do this but the geno2pheno design is to classify possible CXCR4-
usage versus no CXCR4-usage.  
The tropism testing is today mainly performed using genotypic 
assays, but the studies with maraviroc were carried out with a 
phenotypic assay.  
The authors generated a lot of data but do not show them all.  
The authors used the 10% FPR to classify R5- from X4-variants. 
There should be an additional graph to show the distribution / 
frequency of the different FPRs found in the cohort.  
And secondly, the authors shall also analyze the difference between 
the number of samples with X4 predicted variants by triplicate 
testing versus single analysis (by just taking arbitrarily one of the 
three analyses). How does the number of patients with detected X4 
variants increase when triplicate analysis is used versus single 
testing?  
The results chapter does not contain the numbers for R5- and X4-
variants – please add as this is the main topic of this paper.  
The differences to the mainland countries should be mentioned 
(different subtypes and frequencies of baseline resistance, tropism). 

 

VERSION 1 – AUTHOR RESPONSE 

Reviewer Name SOULIE Cathia  

Institution and Country INSERM-Sorbonne Universités UPMC Univ Paris 06, UMR_S 1136, Institut 

Pierre Louis d‟Epidémiologie et de Santé Publique (iPLESP),  

AP-HP, Hôpital Pitié Salpêtrière, Laboratoire de Virologie  

France  

Please state any competing interests or state „None declared‟: None declared  

Answer: The competing interests were stated in the acknowledge page.  

Please leave your comments for the authors below  

Tsai and collaborators searched for HIV-1 tropism and thiowledgs impact on clinical presentation, 

immunological and virological factors of patients in Taiwan. The results were important to evaluate the 

epidemiology of HIV-1 tropism and resistance in Taiwan.  
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I recommend this manuscript for publication. The manuscript was clear and well writing.  

 

Some comments:  

- The HIV transmitted drug resistance was an important result and its consequences on the future 

antiretroviral treatment. It deserves to be emphasize in results, discussion and in conclusion.  

Answer: The result and consequences for transmitted drug resistance was further emphasized in the 

discussion and conclusion section.  

- What do you think about Ultra Deep Sequencing to evaluate the tropism (discussion section)?  

Answer: The ultra-deep sequencing will detect more CXCR4 variants compared to the genotypic 

sequencing. The implementation for ultra-deep sequencing was further discussed in the discussion 

section.  

 

- I am not agree with the assumption in the abstract (page 3 of 30) that 74% of the VTC clients were 

infected exclusively with R5-tropic virus strains. The Sanger method allowed to sequence viral 

population about 20%. “Exclusively” should be removed or substitute by majority  

Answer: We agree with the reviewer‟s opinion. “Exclusively” had been removed.  

 

- I am not agree by genotypic coreceptor tropism cannot detect the D/M tropism (page 4 of 30) in the 

strengths and limitations of the study. It is commonly admitted that when genotypic prediction predict 

X4 viruses, it is X4-tropic viruses (R5X4 and X4 viruses).  

Answer: We agree with the reviewer‟s opinion. We remove this paragraph to avoid misunderstanding.  

 

- It is interesting to moderate the following sentence in the strengths and limitations of the study 

“Sensitivity of genotypic population sequencing test is relative low compared to phenotypic test”. The 

reanalysis of clinical trials with maraviroc with phenotypic tropism test was pretty good.  

Answer: We rewrite the sentence in the strengths and limitations as your suggestions.  

 

- In material and methods section (page 10 of 30), it is necessary to correct the unit of volume 5µL 

instead 5ml; 45µL instead 45mL)  

Answer: We had corrected the unit of volume 5µL instead 5ml; 45µL instead 45mL  

- You have to reduce the number of table (synthetize).  

Answer: The contents in the table were simplified and we incorporated Table 1 and 2 together.  

 

 

Reviewer Name Rolf Kaiser  

Institution and Country University of Cologne,  

Institute of Virology  

Fuerst Pueckler Strasse 56  

50935 Koeln  

Germany  

Please state any competing interests or state „None declared‟: None declared  

Answer: The competing interests were stated in the acknowledge page.  

Please leave your comments for the authors below  

The authors describe a cohort of newly diagnosed HIV patients. They analyzed baseline resistance 

with respect to NRTIs, NNRTIs and PIs and the tropism. All but one patients carried HIV 1 subtype B.  

It is important to have data from the different parts of the world; obiously Taiwan has different data 

than the mainland countries in East Asia.  

They found a frequency of 9.3% resistance associated mutations which is an important information 

too.  

The tropism prediction as the main topic of this paper showed a frequency of 74% R5-variants using 

an FPR of 10% in geno2pheno. R5-viruses were associated with a higher viral load which is an 

unusual result and the viral loads of the two groups presented here have a broad variability.  
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Answer: We agreed with the reviewer‟s opinion that R5-viruses were associated with a higher viral 

load which was an unusual result and the viral loads of the two groups presented here had a broad 

variability. This discrepancy may be explained by the relatively small cases numbers in our series and 

different patient populations enrolled.  

Further large case studies are needed to clarify the phenomenon.  

However, we had enrolled all of the patients returning for outpatient visit. There were only few reports 

in the literature discussing the tropism and transmitted drug resistance issues in HIV-infected VCT 

clients in Asia. We thought the findings in this paper providing valuable information in HIV research in 

Taiwan and east Asia.  

 

 

The statement (page 4, lines 16 – 18) that genotypic analysis cannot predict Dual-tropic viruses is not 

correct. There are systems that try to do this but the geno2pheno design is to classify possible 

CXCR4-usage versus no CXCR4-usage.  

The tropism testing is today mainly performed using genotypic assays, but the studies with maraviroc 

were carried out with a phenotypic assay.  

Answer: We agree with the reviewer‟s opinion that the genotypic analysis cannot predict Dual-tropic 

viruses is not correct. We delete this paragraph  

The authors generated a lot of data but do not show them all.  

Answer: We further discussed the prevalence of transmitted drug resistance in Asia and ultra-deep 

sequencing application in detecting tropism in the discussion section.  

The authors used the 10% FPR to classify R5- from X4-variants. There should be an additional graph 

to show the distribution / frequency of the different FPRs found in the cohort.  

Answer: The distribution/frequency of the different FPRs was shown in figure 1.  

And secondly, the authors shall also analyze the difference between the number of samples with X4 

predicted variants by triplicate testing versus single analysis (by just taking arbitrarily one of the three 

analyses). How does the number of patients with detected X4 variants increase when triplicate 

analysis is used versus single testing?  

The results chapter does not contain the numbers for R5- and X4-variants – please add as this is the 

main topic of this paper.  

Answer: The numbers for R5-tropic were added in the result section  

There was no difference between the numbers of samples with X4 predicted variants by triplicate 

testing versus single analysis when using geno2pheno FPR 10% as the cut off. Similar findings was 

found in another study (please see below)  

 

 

(Edit from Symons et. al. Impact of triplicate testing on HIV genotypic tropism prediction in routine 

clinical practice. Clin Microbiol Infect 2012; 18: 606–612)  

 

 

The differences to the mainland countries should be mentioned (different subtypes and frequencies of 

baseline resistance, tropism).  

Answer: The differences in HIV-1 subtypes, tropism and frequency of resistance were further 

discussed in the discussion section. 

VERSION 2 – REVIEW 

REVIEWER Rolf Kaiser 
Institute of Virology, University of Colgne, Germany 

REVIEW RETURNED 22-Mar-2015 

 

GENERAL COMMENTS Some of the comments of the first review have been adressed but in 
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the article the statements were not changed adaequately.  
page 4, line 1Some of the comments of the first review have been 
adressed but in the article the statements were not changed 
adaequately.  
page 4, line 10 - 15: The geno2pheno prediction system is designed 
to predict unknown variants or variants with a poor sequence rather 
X4 instead of R5 and thus may resut in an overcalling of X4. But this 
is obviously not the case in this study.  
page 4, line 22 - 24 (i.e. first sentence) is not supported by the 
literature, skip this sentence.  
The authors state in their letter to the editor that they analysed single 
analysis versus triplicate testing and that there was no difference in 
the frequency of X4 viruses but the data are not presented in the 
results. The new table of FPR-values is appreciated, but should split 
the column of <10% into two columns of 0-5 and >5-10%. This 
allows to see how many of the analyzed viruses are towards the 
cutoff of 10%.  
Page 17, line 14 (Discussion): rephrase “ All of the 10 patients were 
resistance to NNRTI”. To: The samples from the 10 patients 
displayed NNRTI-related resistance mutations.  
Page 18 line 36 following and 56 following:  
Genotypic tropism testing showed it‟s non-inferiority in the MODERN 
study. Although the study did not meet the clinical expectations, it 
could show that prediction by genotyping was superior to 
phenotyping with Trofile. The lines can be omitted.  
The following statement about UDS are correct with respect to 
higher sensitivity to X4-variants, but clinical superiority to a lower 
sensitivity has not been investigated so far.  
0 - 15: The geno2pheno prediction system is designed to predict 
unknown variants or variants with a poor sequence rather X4 instead 
of R5 and thus may resut in an overcalling of X4. But this is 
obviously not the case in this study.  
page 4, line 22 - 24 (i.e. first sentence) is not supported by the 
literature, skip this sentence.  

 

 

VERSION 2 – AUTHOR RESPONSE 

Some of the comments of the first review have been adressed but in the article the statements were 

not changed adaequately.  

page 4, line 1Some of the comments of the first review have been adressed but in the article the 

statements were not changed adaequately.  

Answer: We had revised the manuscript according to your comments. Thank you very much.  

page 4, line 10 - 15: The geno2pheno prediction system is designed to predict unknown variants or 

variants with a poor sequence rather X4 instead of R5 and thus may resut in an overcalling of X4. But 

this is obviously not the case in this study.  

Answer: We had rewritten the Strengths and Limitations section bullet 1#  

page 4, line 22 - 24 (i.e. first sentence) is not supported by the literature, skip this sentence.  

Answer: We had skipped the sentence as your suggestions.  

The authors state in their letter to the editor that they analysed single analysis versus triplicate testing 

and that there was no difference in the frequency of X4 viruses but the data are not presented in the 

results. The new table of FPR-values is appreciated, but should split the column of <10% into two 

columns of 0-5 and >5-10%. This allows to see how many of the analyzed viruses are towards the 

cutoff of 10%.  

Answer: We added “There was no difference in the frequency of X4 viruses in single analysis or 
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triplicate testings” in the result section  

The new figure had been changes as your suggestions.  

Page 17, line 14 (Discussion): rephrase “ All of the 10 patients were resistance to NNRTI”. To: The 

samples from the 10 patients displayed NNRTI-related resistance mutations.  

Answer: We rephrased sentences as your suggestions.  

Page 18 line 36 following and 56 following:  

Genotypic tropism testing showed it‟s non-inferiority in the MODERN study. Although the study did not 

meet the clinical expectations, it could show that prediction by genotyping was superior to 

phenotyping with Trofile. The lines can be omitted.  

Answer: Those sentences had been omitted as your suggestions.  

The following statement about UDS are correct with respect to higher sensitivity to X4-variants, but 

clinical superiority to a lower sensitivity has not been investigated so far.  

Answer: We rephrased as “ More sensitive ultra-deep pyrosequencing (UDS) can provide multiple 

orders of magnitude greater coverage than conventional sequencing and can detect minority CXCR-4 

using variants, but clinical superiority has not been validated so far”  

0 - 15: The geno2pheno prediction system is designed to predict unknown variants or variants with a 

poor sequence rather X4 instead of R5 and thus may resut in an overcalling of X4. But this is 

obviously not the case in this study.  

Answer: We had rewritten the Strengths and Limitations section bullet 1#  

page 4, line 22 - 24 (i.e. first sentence) is not supported by the literature, skip this sentence  

Answer: We had skipped the sentence as your suggestions. 
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