
 

August 25, 2014 
 
Dear Editor, 
 
 On behalf of the authors, I am pleased that World Journal of Gastroenterology has 
found our manuscript acceptable for publication, pending revisions. Please find appended 
our revised version of WJG-12640, “Overexpression of High-mobility Group Box 1 
(HMGB1) Correlates with Lymph Node Metastasis and Poor Prognosis in Intrahepatic 
Cholangiocarcinoma”.  We appreciate the comments of our reviewers and editorial staff, 
and have revised the manuscript to address their concerns. With these revisions, we hope 
that this manuscript is now acceptable for publication.  Please do not hesitate to contact 
me if you require any additional information. 
 
Sincerely, 
Bo Han, M.D., Ph.D. 
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Point to point response 
 

Reivewer 1. 
1 Whether the “results define an important role of HMGB1 in the progression of 

cholangiocarcinoma”, as proposed by the authors, remains uncertain. In vivo tumor 
models would be needed to strengthen the conclusions. The authors might either wish to 
expand functional studies to in vivo models or put drawn conclusions into perspective 
throughout the paper. 

Reply: Thank you very much for your suggestion. We agree that lack of in vivo data is a 
major limitation of our study and we have discussed this point appropriately in the 
revised version. Based on your suggestion, we have carefully changed the drawn 
conclusions into perspective points and we hope that this publication can trigger the 
further investigation on the role of HMGB1 in IHCC in vivo. Thank you again for your  
suggestion.  

 
2 Using immunohistochemistry (IHC) for the expression of HMGB1 and others, did the 

authors differentiate between the center of the tumor and the invasion front?  
Reply: Thank you for your comment. In pre-trial IHC experiment, we used tissue 

sections and found no significant difference of HMGB1 expression between the center of 
the tumor and the invasion front. In the current study, we used the tissue microarray 
(TMA) for IHC analysis. We select the representing tumor area of the case,  which is 
usually from the center of the tumor with absence of necrosis. 
 

3. Please indicate whether the used antibodies were monoclonal or polyclonal! If 



polyclonal antibodies were used, where there non-specific bands in western blotting or 
unspecific staining in IHC?  

 
Reply: Thank you for your comment. The anti-HMGB1 antibody used in this study was 

from GenTex Inc (GTX101277, polyclonal rabbit antibody). We have updated the 
antibody’s information in the revised manuscript. This antibody has satisfied specificity to 
the antigen. In the datasheet of this antibody, the IHC and western blotting images are 
also very clear (antibody website: 
http://www.genetex.com/HMGB1-antibody-GTX101277.html ).  

 
4. As indicated under “Materials & Methods”, the semiquantitative IHC scoring system 

was based the intensity and distribution of cells. The authors might wish to refer to 
published papers using this score system.  

 
Reply:  Thank you for your suggestion. We have added new reference in new 

manuscript. 
 
5. IHC slides with scores of 8 or higher were classified as “overexpression” – why 8 was 

the cutoff? Does a score of 8 or higher really define samples with an “overexpression”? 
What is the reference tissue? The authors might wish to better distinguish between “low 
expression” and “high expression”? Further, tumors above 12.7 were classified as “high” 
LMVD group – why 12.7 was the cutoff? For the sake of consistency, the authors might 
wish to define groups according to “lower cutoff” and “cutoff or higher”. 

 
Reply: Thank you for your comment. IHC score “8” was selected as the cut-off 

according to the previous study[1]. We have added this reference into the revised 
manuscript. In pre-trial IHC experiment with tissue sections, we carefully compared 
HMGB1 expression in different IHCC cases. The reference tissues were adjacent residual 
bile dutal epthelia. Slides without incubation of primary were selected as the negative 
control (score “0”). Based on our preliminary IHC data and the previous reference, we 
selected “8” as the cutoff for “overexpression”. 

The quantitation of vessel counts were performed according to the method described by 
Weidner et al[2]. The average score of LMVD of all samples was selected as the cut-off. The 
cut-off of LMVD was 12.7 and separated LMVD into high and low group[3]

. 
 
 
 
6. The authors evaluated a possible link between HMGB1 and VEGF-C. It remains 

unclear, why they did not check for VEGF-D!  
Reply: Thank you for your comments. VEGF-C and VEGF-D have similar functions and 

both are correlated with lymphatic vessel density and lymph node metastasis in 
malignancy. As far as we know, VEGF-C, but not VEGF-D, has been suggested to serve as 
an important prognostic factor in IHCC patients [4-6]. VEGF-C is thus more generally 
regarded as a biomarker of IHCC. 

 Additionally, there are several reports predicting the correlation between HMGB1 and 
VEGF-C[7, 8]. Characterization of the role of  VEGF-D in IHCC merits further investigation. 
However, we focused on the link between HMGB1 and VEGF-C in our study. Thank you 
again for you advice. 

 
7. In table 1 “*” indicates values being analyzed by Fisher′s exact test. This symbol 

could be misleading, as it is usually used for levels of significance. Please change!  
 



Reply: Thank you for the advice. We have changed the symbol to “#” 
 
8. Figure 2 shows box blots for groups “HMGB1 Positive” and “HMGB1 Negative”. 

Indeed, the groups the authors refer to might be “HMGB1 high” and “HMGB1 low”.  
Reply: Thank you for your advice. We have changed “HMGB1 Positive” and “HMGB1 

Negative” to “HMGB1 high” and “HMGB1 low” in the revised version. 
 
9. Figure 3 shows Kaplan Meier curves. By accident, group HMGB1+VEGF-C+ is 

missing in the legend. 
Reply: Thank you for pointing out this error. We have changed Figure 3 into right version. 

 
Reviewer 2 
1. The number of patients is quite small, making it difficult to draw the conclusions 

hinted at by the authors.  
 Reply: Thank you for your comments. Cholangiocarcinoma is a rare malignancy. We 
have mentioned this limitation in the discussion of the revised manuscript and revised 
some conclusions to be more objective and accurate. 
 
2. The turning point of 12.7 for LMVD becoming a relevant prognostic Parameter 

seems rather deliberately constructed. 
Reply: The quantitation of vessel counts were performed according to the method 

described by Weidner et al[2]. The average score of LMVD of all samples was selected as 
the cut-off. The cut-off of LMVD was 12.7 and separated LMVD into high and low group[3]

. 
 
3 The DISCUSSION section lacks critical evaluation of the presented data, weak points 
of the study as well as potential bias factors should be discussed.  
Reply: Based on the reviewer’s suggestion, we have discussed the evaluation of the 
current data, weak points as well as potential bias in the revised  manuscript by an 
entire paragraph.  
 
4. Some minor language flaws persist. 
Reply: Thank you for your comments. We have invited a native speaker to review our 

article and revised the language flaws. 
 
3) References and typesetting were corrected 
 
Thank you again for publishing our manuscript in the World Journal of Gastroenterology. 
 
 
Sincerely yours, 
 
Bo Han, M.D., Ph.D.    
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