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Format for ANSWERING REVIEWERS

March 6, 2013
Dear Editor,

Please find enclosed the edited manuscript in Word format (file name: 1928-review.doc).

Title: Development and application of real-time PCR method for Campylobacter jejuni detection

Author: Mao-Jun Zhang, Bo Qiao, Xue-Bin Xu, Jian-Zhong Zhang 

Name of Journal: World Journal of Gastroenterology
ESPS Manuscript NO: 1928
The manuscript has been improved according to the suggestions of reviewers:

1 Format has been updated

We revised the abstract according the format for brief article. We added the CORE TIP and COMMENTS sections. We revised the references according the request. We changed the figures from picture format to word format according the editor’s request.
2 Revision has been made according to the suggestions of the reviewer
(1) Reviewed by 00029421

The authors are to be congratulated on developing and validating their own in-house PCR-based technique to detect Campylobacters in stool. The HipO gene is specific to C jejuni so is by definition a highly specific test. I have the following general comments. 

a. PCR detection of campylobacter is a popular area and there are multiple papers from other groups recently looking at various approaches with PCR primers devised to detect and discriminate many campylobacters having been tested in large numbers of clinical specimens.These should be referenced.
Reply: We cited the associated papers in our manuscript such as reference 4,6,7,8,16,20,21 and 23.
b. While HipO is a jejuni-specific target it suffers the disadvantage of not being able to detect other important non-jejuni campylobacters. 

Reply: In this study, we intend to develop the methods specifically for Campylobacter jejuni.
c. The Ms will need to be edited by an english -speaker before it is suitable for publication.

Reply: The revised MS is edited with the English speaking editors at ELIXIGEN, an English language editing company. The certification is offered in the attached file.
d. I think that the figures are largely unnecessary, showing mainly raw data.

Reply: According the editor’s request, we changed the figures from picture format to word format which will be easy to be edited. The figures will be great helpful for the readers to understand the results.
(2) Reviewed by 00013176

This is an excellent and well written paper, which does not need much to be published as such. 

Since the paper will be mostly red by clinical gastroenterologists, it would be interesting to give a brief description of the diarrhea observed in these 242 cases where the incidence of bacterial diarrhea caused by Salmonella spp and C. jejuni is much higher than that normally observed (22%). 

What was the type of population screened, the severity of diarrhea and the incidence of the other pathogens such as parasites and viruses? Otherwise proposing to replace the traditional time consuming and relatively insensitive bacterial culture by RT-PCR goes well with the present trend in clinical microbiology and is an interesting proposition. 

Reply: In this study, we focus on the development and validate the real time PCR method for Campylobacter jejuni detection. We did not calculate and analyze other pathogens like parasites and viruses. We may do further research on the investigation for the entire associated pathogens which caused diarrhea in human. We added some general information for the sample collection background in the MS as: Two hundred and forty-two stool specimens were collected from diarrheal patients (ranging from 6 months to 72 years of age) in the outpatient facilities of 11 hospitals. The specimens were transferred to a laboratory within 4 h for bacterial culture. The remainder of the samples was frozen at –80°C for DNA extraction.
(3) Reviewed by 00506532

Minor comment : Campylobacter research is performed much earlier then stated by the authors, this requires adaptation. See for example Louwen et al Campylobacter bacteremia; a rare and under-reported event? European Journal of Microbiology and Immunology 03/2012; 2:76-87. Manuscript is perfectly written enjoyed reading it. Authors also perfectly discuss the limitations of their developed technique. 

Reply: In this MS, we mentioned “Campylobacter infections have been investigated and followed with considerable interest since the early 1980s”，The time is referring to the research in China but not in the world. We revised the sentence in the revised MS: “Campylobacter infections have been investigated and followed with considerable interest since the early 1980s in China, and there have been numerous reports on C. jejuni infection in patients with diarrhea. However, the reports and ratio of isolation from diarrheal patients have decreased since the late 1990s”.
(4) Reviewed by 00038983

a. In the first paragraph, second sentence of the Introduction section, authors refer to the early 90’s as the initiation of interest and investigations on Campylobacter jejuni; this is not correct unless they are referring only to China. Major investigations on C. jejuni occurred worldwide in the 70′s and 80’s following the initial description of this pathogen by Skirrow and Butzler around 1973. 
Reply: As we replied for reviewer 00506532, the time is referring to the research in China. We already revised it in the MS.

b. Even though this is mainly a lab-based study aimed to develop a diagnostic tool for identifying C. jejuni in stools, a section on the subjects whose stools were tested is missing. We don’t know, for instance, if the subjects were adults or children, if they had bloody or watery stools, how many days of diarrhea have passed from the beginning of diarrhea to the day of sampling the stools, etc. 
Reply: As we replied for reviewer 00013176, we added some general information for the sample background in the MS followed as: Two hundred and forty-two stool specimens were collected from diarrheal patients (ranging from 6 months to 72 years of age) in the outpatient facilities of 11 hospitals. The specimens were transferred to a laboratory within 4 h for bacterial culture. The remainder of the samples was frozen at –80°C for DNA extraction.
c. The core of this study is that PCR is more sensitive than culture to identify samples with C. jejuni; to ascertain this as a valid conclusion authors need to discuss what limitations they might have in performing the stool cultures to isolate C. jejuni in their lab. Apparently, they did use a cotton swab and not an inoculating loop to streaking the media. Inoculating loop is superior to cotton swab in order to better separate the colonies in the plate allowing better growth of a fastidious bacteria such as C. jejuni (Textbook of diagnostic microbiology edited by CR Mahon, DC Lehman, G Manuselis – 4th ed, 2011). Furthermore, the Skirrow agar plate used by the authors is inferior to other media such as the Karmali's charcoal-based selective medium (http://www.ncbi.nlm.nih.gov/pubmed/3429621). In the discussion section, authors need to discuss more the findings and limitations of their study than the general literature. The French study (http://www.ncbi.nlm.nih.gov/pubmed/21209172) comparing the yield of stool culture versus PCR and immunoenzymatic methods to identify campylobacters in stools might be a good reference for authors to discuss their own findings. The study is worthwhile, otherwise.
Reply: We agree the reviewer’s comments. Although we have mentioned the limitations of the developed assay and the methods we used for directly bacteria culture in this study, according the reviewer’s suggestion, we added more information in the discussion for the limitation and cited the reviewer mentioned paper in the MS. For example: “Furthermore, Bessede et al. proved the weakness of the culture methods in comparison to the PCR and immunoenzymatic methods of detection of Campylobacter[23].”…, “It is noteworthy that many aspects of the culture method, such as the choice of the selective mediums used for culture, need to be improved[24]…. ”, “The PCR detection limit from stool sample was similar to that reported in a previous study, while the detection limit of the direct culture methods mostly depended on the culture methods used, particularly the choice of plating medium, which may influence the efficiency of C. jejuni isolation by direct plating of fecal samples[25, 26].…”, “Proteus bacilli may be one of the agents that reduced culture sensitivity, and the use of cotton swabs rather than inoculating loops for streaking on plates might have increased this contamination.”…. Actually we finished the comparisons of the mediums, different culture conditions and optimized the culture method for this fastidious pathogen in lab before (unpublished). We think the isolation ratio in this study could present the capacity of the directly culture method.  
3 References and typesetting were corrected

Thank you again for publishing our manuscript in the World Journal of Gastroenterology.

Sincerely yours,
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Maojun Zhang MD., Ph.D.,
Principle Investigator on Campylobacter infection,
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