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REVIEW RETURNED 30/01/2012 

 

GENERAL COMMENTS The manuscript deals with an important issue i.e. characterisation of 
three important bacterial pathogens responsible for sexually 
transmitted infections. A very interesting piece of work which has 
been nicely presented. The text of the article is excellent considering 
the fact that the study sample was small. I am having the opinion 
that the authors can revise the manuscript in line of the following 
minor comments and after revision article can be considered for 
publication:  
 
Results  
Table 3: In foot note it has been mentioned “e The mixed genotypes 
were D/G, E/J, and G/J.”. However, “e” is not indicated anywhere in 
the Table 3.  
 
Discussion  
In Para 5, authors have discussed that “resistance level to 
ciprofloxacin (10%) was lower….. than the levels described from 
many other countries worldwide”. In the last line of this paragraph 
they have explained the reason being “relatively low number of 
ciprofloxacin resistant strains in Guinea-Bissau may reflect the fact 
that quinolones have not been widely used during many years in 
several African countries”, I am having the opinion that it may also 
be because of the fact that this study was carried out during 2006 
and 2007 and in recent years resistance to this antimicrobial might 
have increased in West Africa. Other African studies (26-28) 
showing similar results are also comparatively old ranging between 
2004 to 2007. The recent study (30) from Kenya has shown an 
increasing resistance to ciprofloxacin. The authors should add some 
comment to that.  
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REVIEWER Jo-Anne R Dillon, PhD  
 
Professor, Dept of Biology  
College of Arts and Science  
 
Research Scientist  
Vaccine and Infectious Disease Organization  
 
University of Saskatchewan  
120 Veterinary Road  

REVIEW RETURNED 30/01/2012 

 

REPORTING & ETHICS The authors do not indicate or cite ethical approval for the study. 

GENERAL COMMENTS Olsen et al undertook the phenotypic and genetic characterization of 
Neisseria gonorrhoeae (Ng), Chlamydia trachomatis (Ct) and 
Mycoplasma genitalium (Mg) isolates collected in two family 
planning clinics between February 2006 and January 2008 in 
Bissau, Guinea-Bissau. The authors report on the antimicrobial 
susceptibility, serovar and NG-MAST type of 31 Ng isolates, the 
ompA genovar of 60 Ct isolates and the Strains Types (STs) of 23 
Mg isolates as ascertained by mgpB typing. The study was 
prospective. They report that isolates of Ng were susceptible to 
cefixime, ceftriaxone, spectinomycin, and aminoglycoside antibiotics, 
that 19 NG-MAST STs were noted and 6 serovars with one third of 
the isolates being porBIA. Most Ct isolates were typed as genovar 
G, followed by D, F and I, while Mg isolates were mostly represented 
by single isolates. The authors state that they present baseline data 
for the country.  
The methods used are appropriate and the data interesting. It is 
unusual to present typing data for three STI microorganisms and this 
enhances the paper.  
The authors have lumped intermediate susceptibility with resistant 
Ng isolates. This can be misleading as intermediate susceptibility is 
still treatable and such a combination artificially boosts resistance 
percentages. Also, only 3 isolates were “resistant” to ciprofloxacin. 
Because the sample size is so low, these numbers might change 
considerably with a better sample size. The authors seem too ready 
to reject ciprofloxacin as a still viable treatment option, despite 
evidence, as presented in the “Discussion”, that little cipro resistance 
is found in some African countries. The authors might discuss 
strategies for the prudent use of antibiotics.  
The following would improve the paper:  
Isolates were identified and then stored before characterization. How 
many isolates were lost to further characterization after storage?  
It is notable that most Ng cultures came from another clinic and were 
from males, in contrast to the Ct and Mg specimens. Could the 
authors comment on the low rates of Ng in the two family planning 
clinics?  
The methods of primary identification should be elaborated a little, 
even though the authors cite ref #2 (Mansson et al).  
Table 3 is really a literature review that is not adequately discussed. 
There is no need for this table and it is noted, again, that the Ct 
sample size for the present study is low.  
The authors could have performed a comparison of serovar and NG-
MAST to identify possible clusters further. Since the index of 
discrimination for serovar was obviously so much lower, the 
recommendation that serovar determination be used to type isolates 
in low resource settings is problematic. And this method is 
expensive!  
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Since Ct specimens were typed outside of Guinea-Bissau, the 
authors should indicate why they used a scheme with low 
discrimination,i.e. ompA typing, rather than the MLST or MLVA 
methods discussed. 

 

VERSION 1 – AUTHOR RESPONSE 

Reviewer #1  

 

General comment  

”The manuscript deals with an important issue i.e. characterisation of three important bacterial 

pathogens responsible for sexually transmitted infections. A very interesting piece of work which has 

been nicely presented. The text of the article is excellent considering the fact that the study sample 

was small. I am having the opinion that the authors can revise the manuscript in line of the following 

minor comments and after revision article can be considered for publication:”  

 

We are very grateful for your positive response! Regarding your minor comments, see our point-by-

point responses below.  

 

Specific comments:  

Comment #1  

“Results  

Table 3: In foot note it has been mentioned “e The mixed genotypes were D/G, E/J, and G/J.”. 

However, “e” is not indicated anywhere in the Table 3. ”  

 

The reviewer is completely right! We are very sorry that the referred “e” was excluded by mistake from 

the column describing the results from reference #12. However, in the revised manuscript table 3 has 

been excluded as requested by reviewer #2.  

 

Comment #2  

“Discussion  

In Para 5, authors have discussed that “resistance level to ciprofloxacin (10%) was lower….. than the 

levels described from many other countries worldwide”. In the last line of this paragraph they have 

explained the reason being “relatively low number of ciprofloxacin resistant strains in Guinea-Bissau 

may reflect the fact that quinolones have not been widely used during many years in several African 

countries”, I am having the opinion that it may also be because of the fact that this study was carried 

out during 2006 and 2007 and in recent years resistance to this antimicrobial might have increased in 

West Africa. Other African studies (26-28) showing similar results are also comparatively old ranging 

between 2004 to 2007. The recent study (30) from Kenya has shown an increasing resistance to 

ciprofloxacin. The authors should add some comment to that.”  

 

We totally agree with the reviewer and have completely rephrased the referred paragraph in 

accordance with the comments from the reviewers, see tracked changes in the revised manuscript. 

Revised as suggested.  

 

Reviewer #2  

 

General comment  

“Olsen et al undertook the phenotypic and genetic characterization of Neisseria gonorrhoeae (Ng), 

Chlamydia trachomatis (Ct) and Mycoplasma genitalium (Mg) isolates collected in two family planning 

clinics between February 2006 and January 2008 in Bissau, Guinea-Bissau. The authors report on 

the antimicrobial susceptibility, serovar and NG-MAST type of 31 Ng isolates, the ompA genovar of 60 
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Ct isolates and the Strains Types (STs) of 23 Mg isolates as ascertained by mgpB typing. The study 

was prospective. They report that isolates of Ng were susceptible to cefixime, ceftriaxone, 

spectinomycin, and aminoglycoside antibiotics, that 19 NG-MAST STs were noted and 6 serovars 

with one third of the isolates being porBIA. Most Ct isolates were typed as genovar G, followed by D, 

F and I, while Mg isolates were mostly represented by single isolates. The authors state that they 

present baseline data for the country.  

The methods used are appropriate and the data interesting. It is unusual to present typing data for 

three STI microorganisms and this enhances the paper.”  

 

Many thanks for the positive response!  

 

Specific comments  

Comment #1  

“The authors do not indicate or cite ethical approval for the study.”  

 

The ethical approval for the initial study (when the examined samples were collected) is cited in the 

revised manuscript. Revised as suggested.  

 

Comment #2  

“The authors have lumped intermediate susceptibility with resistant Ng isolates. This can be 

misleading as intermediate susceptibility is still treatable and such a combination artificially boosts 

resistance percentages. Also, only 3 isolates were “resistant” to ciprofloxacin. Because the sample 

size is so low, these numbers might change considerably with a better sample size. The authors 

seem too ready to reject ciprofloxacin as a still viable treatment option, despite evidence, as 

presented in the “Discussion”, that little cipro resistance is found in some African countries. The 

authors might discuss strategies for the prudent use of antibiotics.”  

 

In the revised manuscript, we have clearly divided the levels of intermediate susceptible and resistant 

gonococcal isolates in the abstract and result section (i.e. not only divided in table 1). Regarding 

resistance to ciprofloxacin (and in general for all the typing data for the gonococcal isolates), we 

completely agree with the reviewer that the sample size is very small and all the results need to be 

interpreted with caution. This was also mentioned (in a general way) in the beginning of the 

discussion section of the submitted manuscript (and the small study sample was also mentioned in 

the article summary as a limitation). However, in the revised manuscript a similar statement is also 

given in the paragraph discussing the antimicrobial susceptibility of the gonococcal isolates (in the 

discussion section). This paragraph has also been substantially rephrased to address the comments 

from both reviewers (see also comment #2, reviewer #1).  

 

Comment #3  

“Isolates were identified and then stored before characterization. How many isolates were lost to 

further characterization after storage?”  

 

In the initial prevalence study (reference #2 in the revised manuscript), nine species verified 

gonococcal isolates were cultured from the women at the two sexual health clinics in Bissau. 

However, only four of these were available for further phenotypic and genetic characterization (two 

isolates were not found in the freezers in Guinea-Bissau and three isolates were not viable after 

transportation to Sweden).  

 

Comment #4  

“It is notable that most Ng cultures came from another clinic and were from males, in contrast to the 

Ct and Mg specimens. Could the authors comment on the low rates of Ng in the two family planning 

clinics?”  
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As mentioned above, in the initial prevalence study (reference #2 in the revised manuscript), nine 

species verified gonococcal isolates were cultured from the women at the two sexual health clinics in 

Bissau. However, this is still an unexpectedly low N. gonorrhoeae prevalence (1.3%). There are likely 

many reasons for the lower prevalence of culture positives in the women compared to the men, such 

as the fact that it is easier to culture N. gonorrhoeae from symptomatic men with urethritis, it may be a 

true difference in gonorrhoea prevalence in the different populations, etc. However, probably the 

lower rate of culture positivity in the women was also due to the fact that these specimens were 

sampled, placed in a transportation medium and needed a longer transportation time before 

inoculation on selective culture medium. In a setting such as Bissau, it is exceedingly hard to perform 

an optimized and quality-assured culture, including transportation of specimens.  

 

Comment #5  

“The methods of primary identification should be elaborated a little, even though the authors cite ref 

#2 (Mansson et al).”  

 

In the revised manuscript, the methods for primary identification of the different bacterial STIs have 

been briefly described, as requested.  

 

Comment #6  

“Table 3 is really a literature review that is not adequately discussed. There is no need for this table 

and it is noted, again, that the Ct sample size for the present study is low.”  

 

We agree with the reviewer! In the revised manuscript, table 3 has been excluded, as suggested.  

 

Comment #7  

“The authors could have performed a comparison of serovar and NG-MAST to identify possible 

clusters further. Since the index of discrimination for serovar was obviously so much lower, the 

recommendation that serovar determination be used to type isolates in low resource settings is 

problematic. And this method is expensive!”  

 

We totally agree with the reviewer and, in the revised manuscript, we have added one sentence 

“Furthermore, no NG-MAST STs were further subdivided using serovars determination.”, as well as 

excluded the recommendation regarding use of serovar determination in low resource settings. 

Revised as requested.  

 

Comment #8  

“Since Ct specimens were typed outside of Guinea-Bissau, the authors should indicate why they used 

a scheme with low discrimination, i.e. ompA typing, rather than the MLST or MLVA methods 

discussed.”  

 

In the Swedish laboratory where the genetic typing was performed, both MLST and VNTR (MLVA) 

methods for typing of C trachomatis are available. These were also tried on the samples from Guinea-

Bissau, however, the success rate in regard to successfully amplified and sequenced genetic alleles 

was relatively low. Accordingly, we could not obtain enough complete MLST sequence types or MLVA 

types, which probably reflect the suboptimal quality of the samples after storage in Bissau and 

transportation to Sweden, to present the data.  

 

We thank the reviewers for their comments and we consider we have addressed all of the concerns in 

the review. We hope you will now find the manuscript suitable for publication in BMJ Open. Please do 

not hesitate to contact me if you need further information.  
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VERSION 2 – REVIEW 

REVIEWER Jo-Anne R Dillon, PhD  
 
Professor, Department of Biology, College of Arts and Science  
 
Research Scientist, Vaccine and Infectious Disease Organization  
 
University of Saskatchewan  
Although some of the authors and I meet regularly and have co-
authored papers (Unemo), I do not consider myself to have 
competing interests with any author on this paper. 

REVIEW RETURNED 12/02/2012 

 

THE STUDY  The senior author has addressed reviewer comments appropriately, 
both in his comments and in the manuscript. 

REPORTING & ETHICS The lead author has added the appropriate ethics statements in 
response to reviewer comments. 

GENERAL COMMENTS On reviewing the revised manuscript, I am satisfied that Dr Unemo 
has appropriately answered all reviewer comments. The manuscript 
revisions are concise and strengthen the paper, which is interesting 
and well written.  
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