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ANSWERING REVIEWERS

January 17, 2012

Dear Editor,

Please find enclosed the edited manuscript in Word format (file name: 1566-review.doc).

Title: Clinical effects of adalimumab treatment with concomitant azathioprine in Japanese Crohn’s disease patients
Author: Kumi Ishida, Takuya Inoue, Kaori Fujiwara, Taisuke Sakanaka, Ken Narabayashi, Sadaharu Nouda, Toshihiko Okada, Kazuki Kakimoto, Takanori Kuramoto, Ken Kawakami, Yosuke Abe, Toshihisa Takeuchi, Mitsuyuki Murano, Satoshi Tokioka, Eiji Umegaki, Kazuhide Higuchi
Name of Journal: World Journal of Gastroenterology
ESPS Manuscript NO: 1566

Thank you for your letter dated December 28, 2012.  We believe the manuscript has been greatly improved, largely as a result of the reviewers’ many thoughtful comments.  I would like to explain below how we have responded to each comment.　Since we are non-native speakers, we submitted this manuscript to the medical editing service “JAM Post: 18625 E Spring Lake Dr SE Renton, WA 98058 USA”. Therefore, the revised manuscript was corrected by a native English speaker who is knowledgeable in this field.  Certification was sent in the attachment file.  If we need to re-submit this manuscript to another company, please let me know.
The manuscript has been improved according to the suggestions of reviewers:

Answers to the reviewers’ comments

To Reviewer 1: 


Thank you very much for your thoughtful comments.  Your comments were very helpful in enhancing the present manuscript.  We believe our manuscript has been greatly improved.

1)
Could the authors speculate as to how AZA in the presence of Adalimumab provides better efficacy in patients it has previously failed?


Thank you for your constructive comment.  As you mentioned, one of the most interesting points of this study is that AZA in the presence of ADA provided better efficacy in CD patients, although AZA has previously failed with IFX treatment.  As you know, IFX and AZA combination therapy for CD has already been shown to provide a significantly greater benefit than IFX monotherapy in the SONIC study.  However, the effect of ADA and AZA combination therapy for CD patients is still unknown.  Recently, Reenaers et al reported that there was a benefit of combination therapy (ADA plus immunosuppressive drugs) when immunosuppressive drugs had been given during the first semester of ADA treatment.  In that study, they described that combination therapy with immunosuppressive drugs can reduce anti-TNF antibody formation and improve the pharmacokinetics of anti-TNF drugs and considered that the benefit of combination therapy at the time of starting ADA might be explained by the early inhibition of anti-ADA antibody formation.  In this study, some patients with IFX had not early received concomitant AZA.  And so, we consider that this is one possible explanation for this discrepancy.  We added the description to the Discussion section as follows: Interestingly, in this study, AZA in the presence of ADA provides better efficacy in patients it has previously failed.  However, some patients with IFX had not early received concomitant AZA.  Therefore, we consider that ADA and AZA combination therapy may be more effective than ADA monotherapy via the inhibition of the development of anti-ADA antibodies.  Prospective studies, combined with anti-ADA antibody and ADA trough level measurements, are required [16] (revised manuscript page 9).
2)
Could the authors provide additional multivariate analysis as to factors associated with remission and the relative-independent role of co-treatment.


As you mentioned, an additional multivariate analysis would have enhanced this study.  However, as you know, the number of the patients in this study was too small.  Actually, we are conducting and prospectively continuing this study to clarify the effect of immunosuppressive agents for patients with CD.  We would be very grateful if we could report this additional prospective study, evaluating the effect of AZA on ADA, in the future.  Therefore, we added the description as follows: An additional, larger, long-term multicenter study should be conducted to determine the effect of combination therapy with ADA and AZA for patients with CD (revised manuscript page 10).

3)
Co-treatment could be associated with higher side effects- could the authors describe the side effects?


According to your suggestion, we corrected and added the description of the actual dose of AZA and side effects as follows: Regarding the concomitant use of immunosuppressive agents, 12 patients (42.9%) were treated with a stable dose of AZA (50.0±21.3mg/day, 1.0±0.5mg/kg/day) before the initiation of ADA.  The concomitant use of AZA was well tolerated, with only minor side effects (revised manuscript page 6).

4)
The group of patients, who were treated with AZA- it is mentioned that the dose was stable- for how long, what was the dose of AZA/kg of body weight?


According to your comment, we corrected the description as discussed above.

5)
On page 9- the sentence statring with: on the other hand, reviewing data on the use of ADA in rhuematoid arthritis... - there is a problem- could not understand.


Thank you very much for your suggestion.  We corrected the sentence in the Discussion section as follows: On the other hand, the presence of anti-ADA antibodies and a low serum ADA concentration have been reported to be associated with a diminished clinical response in rheumatoid arthritis patients, and the concomitant use of an immunomodulator significantly suppresses the concentration of anti-ADA antibodies[25] (revised manuscript page 9).

To Reviewer 2 (Dr. Nanne de Boer):


Thank you very much for your comments and suggestions.  We truly appreciate your concerns, and your comments were very helpful in improving the present manuscript.  Actually, some crucial points of this study were the retrospective, single-center observational nature and the inclusion of a small number of patients.  However, the effect of combination therapy with ADA and AZA for CD patients is still unknown, and this point should be clarified because the concomitant use of an immunomodulator has already been reported to reduce the concentration and presence of anti-ADA antibodies; a low serum ADA concentration has been reported to be associated with a diminished clinical response in rheumatoid arthritis patients.

1)
2) The authors must clearly explain why those 12 patients received AZA and failed this therapy? and why did those other 16 did not receive AZA?


Thank you for your suggestion.  As we already described, this study is a retrospective, observational study.  Also, some patients were referred to our hospital from other hospitals without any description of that.  Therefore, clarifying the reason for the administration of AZA was not always available. 

3)
Some patients were intolerant to IFX and others did not have a response, it may well be that these patient groups will respond differently to ADA. Please explain.


Thank you for your comment.  As you mentioned, previous IFX nonresponse and previous anti-TNF treatment were reported to be associated with a decreased clinical efficacy and a loss of response.  In this study, the ΔCDAI was not significantly different between IFX-naïve and IFX-treated patients.  Since there were only two patients who were intolerant to IFX, we could not evaluate the difference in response between a primary non-response to IFX (intolerance) and a secondary loss of response to IFX in these patients. Therefore, we added a description in the Discussion section as follows: Since previous IFX nonresponse and previous treatment with an anti-TNF agent were reported to be associated with a decreased clinical efficacy and a loss of response[17], we also compared the CDAI between anti-TNF-naïve and anti-TNF-treated patients in this study, but there was no significant difference (revised manuscript page 8).

4)
According to the given CDAI-scores, some patients were already in remission (<150), this may well be a bias. Please explain why did this patients were in need of ADA.


Thank you for your constructive suggestion.  As you suggested, according to the CDAI scores, some patients were already in remission (<150) at the initiation of ADA treatment.  However, although some of the patients’ CDAI scores were still under 150 at ADA-treatment initiation, their CDAI scores were gradually increasing and so their treatments were switched from IFX to ADA, as early as possible.  We consider this an important point in this study.  Previous studies assessed the efficacy of ADA in patients with moderate to severe CD, whereas the present study included mild to moderate CD patients.  Indeed, Zheng et al evaluated the efficacy of AZA in controlling the relapse of disease in patients with CD for at least 6 months and showed that AZA treatment decreased the CDAI from 187.3±23.4 to 96.1±13.5 (Zheng JJ, Chu XQ, Shi XH, Zhou CL, Seng BW. Efficacy and safety of azathioprine maintenance therapy in a group of Crohn's disease patients in China. J Dig Dis 2008; 9: 84-88) (revised manuscript page 9-10).  Moreover, there was no significant difference in the number of patients whose CDAI scores were under 150 at the initiation of ADA treatment (ADA and combination, 7/16 and 5/12, respectively, p=0.9122).  Therefore, we corrected Table 1 and added the description to the Discussion section as follows: Since the CDAI scores were gradually increasing, some patients were switched from IFX treatment to ADA treatment, even though their CDAI scores were still in remission (CDAI <150 at the initiation of ADA treatment) (revised manuscript page 9-10).

To Reviewer 3:


Thank you very much for your kind comments.  Your comments were very helpful in enhancing the present manuscript.  As you mentioned, it may be very difficult to draw the conclusion that the combination of AZA and ADA for the patients with active (moderate to severe) CD is beneficial in this study.  However, we believe this study suggests the efficacy of AZA and ADA combination therapy for patients with mild to moderate CD.  Actually, we are conducting and prospectively continuing this study to clarify the effect of immunosuppressive agents for patients with active CD.  We would be very grateful if we could report this additional prospective study, evaluating the effect of AZA on ADA, in the future.  First, according to your comments, we changed the title and corrected the conclusion in the abstract as follows: Clinical effects of adalimumab treatment with concomitant azathioprine in Japanese Crohn’s disease patients (revised manuscript title).  Scheduled adalimumab with concomitant azathioprine may be more effective for clinical remission achievement at 24 weeks in Japanese Crohn’s disease patients (revised manuscript abstract).  

1)
It is probably inadequate to state that this is the first analysis of the effects of the co-administration of adalimumab and azathioprine ever published. This issue has already been addressed in other papers, including for example an analysis of 2010: J Crohn’s Colitis 2010; 4(5) : 594-8.


Thank you for your suggestion.  According to your comment, we corrected the description in the Discussion section as follows: So far, there have been few reports demonstrating that CD patients could achieve a better clinical remission with ADA and immunomodulator combination therapy, compared with ADA immunotherapy [16,29].  This study may help physicians decide whether to use combination therapy (revised manuscript page 10).

2)
3) The finding of a significant efficacy of azathioprine only after week 24 is quite in agreement with the established knowledge that thiopurines require a lag time of some 6 months before expressing full activity. The authors should fully comment on this fact.  The combination of a thiopurine with an anti-TNF molecule is likely to express a heavy immune suppressive burden, posing the patients at risk for infection and other similar unwanted effects. A specific paragraph on the toxic events observed in this study must be added and thoroughly commented on.


Thank you for your comment.  As you mentioned, thiopurines often need more than several months before expressing activity.  In this study, regarding the concomitant use of AZA, all patients in the combination (ADA plus AZA) group were already treated with a stable dose of AZA before the initiation of ADA.  Therefore, they had received a stable dose of AZA at least 6 months in this study, and the concomitant use of AZA was well tolerated, with only minor side effects.  We corrected the sentence in the Results section and added the description to the Discussion section. The sentence in the Results section is as follows: Regarding the concomitant use of immunosuppressive agents, 12 patients (42.9%) were treated with a stable dose of AZA (50.0±21.3mg/day, 1.0±0.5mg/kg/day) before the initiation of ADA.  The concomitant use of AZA was well tolerated, with only minor side effects (revised manuscript page 6).  The description in the Discussion section is as follows: Actually, the finding of a significant efficacy with ADA plus AZA combination therapy compared to ADA monotherapy is revealed only after week 24 in this study.  Generally, thiopurines require a lag time of approximately 6 months before expressing full activity.  Taken together, we consider that the combination of ADA and AZA may have an added benefit in inducing long-term remission compared with ADA alone, even though ADA has shown less immunogenicity compared with IFX (revised manuscript page 10).

4)
The authors should pinpoint that Crohn disease in Japanese patients does genetically differ from that in Caucasians, insofar as lacking the molecular NOD mutation. This should be highlighted as a warning for readers not to generalize these findings.


As you suggested, we added the description regarding the genetic differences in Crohn’s disease between Japanese patients and Caucasian patients to the Discussion section as follows: Moreover, recent studies have revealed that Japanese and Caucasian CD patients genetically differ, as Japanese CD patients lack the polymorphism in the NOD2 gene[28].  Genetic differences might have affected  the results in this study.  An additional larger, long-term multicenter study should be conducted to determine the effect of combination therapy with ADA and AZA for patients with CD (revised manuscript page 10).

5)
There are intrinsic limitations in this paper, as reckoned by the authors themselves; specifically, the retrospective open design raises the suspicion of bias, and limits the weight of the data.


We appreciate your concern.  As you mentioned, we cannot eliminate the suspicion of bias in this study because this study had a retrospective open design.  Therefore, we added a specific paragraph on the major limitations of this study to the Discussion section.  As we described in the Methods section, the medical records of all patients were just reviewed in this study.  For example, the CDAI scores of all patients had already been prospectively calculated by each physician.  We did not retrospectively calculate these parameters.
Thank you again for publishing our manuscript in the World Journal of Gastroenterology.

Sincerely yours,
Kumi Ishida, MD, PhD

Second department of internal medicine，
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FAX: +81-72-684-6532
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