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Minor points: 1. The Reviewed by authors should be careful about drawing conclusions of observed
results. In Figure 1, the authors just can only get that there is a significant correlation (r=0,616; ’<0.001)
between prolidase and AFP values in patients with HCC, but can’t obtain the conclusion that prolidase
and AFP values are related to tumor size, number and BCLC staging classification and macrovascular
invasion. Moreover, it’s better to show r=0,616; P<0.001 in Figure 1. 2. Please analyze the relationship

among serum prolidase levels, AFP levels and lymph node metastasis in table 2. 3. AFP is the most



commonly used serological marker worldwide for diagnosing hepatocellular carcinoma, but the
accuracy and specificity of AFP are not high. The authors should detect serum prolidase and L3AFP
level in patients with HCC regarding tumor size, number and BCLC staging. 4. The tumor node
metastasis (TNM) system classifies can be used for staging of patients with HCC, why does the author
prefer Barcelona-Clinic Liver Cancer (BCLC) criteria.

1. Thanks for your comments.We have reanalyzed the relationship between serum prolidase and
alpha fetoprotein levels in patients with HCC regarding tumor size, number, macrovascular
invasion and BCLC staging according to reviewer’s recommendation. The outcomes of the
analysis have been showed at the Figurela and b.

2. We have used BCLC staging system to classify the patients with HCC (A: Early B: Intermediate
C: Advanced D: End-stage). The stage C of BCLC contains macrovascular invasion or
extrahepatic spreads, therefore we emphasized macrovascular invasion instead of lymph
node metastasis. However, lymph node metastasis is a main criterion of TNM staging system, it
takes a place in extrahepatic spread of HCC in BCLC staging (1,2).

3. However, its diagnostic value is more and more questioned, due to poor sensitivity and
specificity, in clinical practice AFP is the most commonly used tumor marker in HCC
worldwide (3). Therefore, we prefered AFP to compare with prolidase level instead of L3 AFP.
We agree with the reviewer about using L3 AFP. Unfortunately, we are not able to analyze L3
AFP in two weeks that is the given period for us to make the changes in the manuscript.

4. There are several staging systems for HCC such as the Cancer of the Liver Italian Program
(CLIP), tumour-node-metastasis (TNM) system, French classification, Okuda classification,
Chinese University Prognostic Index (CUPI), Japan Integrated Staging (JIS) and the
Barcelona-Clinic Liver Cancer (BCLC) staging system. American Joint Committee on Cancer
(AJCC) uses tumour-node-metastasis system as staging system for many malignancy diseases
to predict prognosis. Nevertheless, in HCC, AJCC/TNM system fails to stratify patients
adequately with respect to prognosis because TNM system evaluates only tumour extension.
The BCLC staging system has come to be widely accepted in clinical practice and is also being
used for many clinical trials of new drugs to treat HCC. Therefore, it has become the de facto
staging system that is used. The Barcelona-Clinic Liver Cancer (BCLC) classification divides
HCC patients in 5 stages (0, A, B, C and D) according to preestablished prognostic variables,

and allocates therapies according to treatment-related status. Thus, it provides information on



both prognostic prediction and treatment allocation. Prognosis prediction is defined by
variables related to tumor status (size, number, vascular invasion, N1, M1), liver function
(Child-Pugh’s) and health status (ECOG). Treatment allocation incorporates treatment
dependant variables, which have been shown to influence therapeutic outcome, such as
bilirubin, portal hypertension or presence of symptoms-ECOG. This classification uses variables
related to tumor stage, liver functional status, physical status, and cancer-related symptoms,
and links the stages described with a treatment algorithm. The BCLC classification aims to
incorporate prognosis estimation and potential treatment advancements in a single unified
proposal. It has been suggested that it is best suited for treatment guidance, and particularly to
select early-stage patients that could benefit from curative therapies. It may be applied to the
majority of HCC patients, although individual cases may warrant special consideration,
particularly candidates for liver transplantation with impaired liver function (1,2,4,5,6,7,8,9).

For these reasons, we have prefered BCLC staging system for this study.

References

1.Grieco A, Pompili M, Caminiti G, Miele L, Covino M, Alfei B, Rapaccini GL, Gasbarrini G.

Prognostic factors for survival in patients with early-intermediate hepatocellular carcinoma undergoing
non-surgical therapy: comparison of Okuda, CLIP, and BCLC staging systems in a single Italian centre.
Gut. 2005 Mar;54(3):411-8.

2.Pons F,Varela M,Llovet JM. Staging systems in hepatocellular carcinoma. HPB
(Oxford). 2005;7(1):35-41. doi: 10.1080/13651820410024058.

3.Liu C, Xiao GQ, Yan LN, Li B, Jiang L, Wen TF, Wang WT, Xu MQ, Yang JY.Value of a-fetoprotein in
association with clinicopathological features of hepatocellular carcinoma. World ] Gastroenterol. 2013
Mar 21;19 (11):1811-9.

4 Bruix J,Sherman M; American Association for the Study of Liver Diseases. Management of
hepatocellular carcinoma: an update. Hepatology. 2011 Mar;53(3):1020-2. doi: 10.1002/hep.24199.
5.European Association For The Study Of The Liver!; European Organisation For Research And
Treatment Of Cancer.EASL-EORTC clinical practice guidelines: management of hepatocellular
carcinoma. ] Hepatol. 2012 Apr;56(4):908-43. doi: 10.1016/j.jhep.2011.12.001.

6.Subramaniam S, Kelley RK, Venook AP. A review of hepatocellular carcinoma (HCC) staging systems.

Chin Clin Oncol 2013;2(4):33. doi: 10.3978/].issn.2304-3865.2013.07.05


http://www.ncbi.nlm.nih.gov/pubmed?term=Grieco%20A%5BAuthor%5D&cauthor=true&cauthor_uid=15710992
http://www.ncbi.nlm.nih.gov/pubmed?term=Pompili%20M%5BAuthor%5D&cauthor=true&cauthor_uid=15710992
http://www.ncbi.nlm.nih.gov/pubmed?term=Caminiti%20G%5BAuthor%5D&cauthor=true&cauthor_uid=15710992
http://www.ncbi.nlm.nih.gov/pubmed?term=Miele%20L%5BAuthor%5D&cauthor=true&cauthor_uid=15710992
http://www.ncbi.nlm.nih.gov/pubmed?term=Covino%20M%5BAuthor%5D&cauthor=true&cauthor_uid=15710992
http://www.ncbi.nlm.nih.gov/pubmed?term=Alfei%20B%5BAuthor%5D&cauthor=true&cauthor_uid=15710992
http://www.ncbi.nlm.nih.gov/pubmed?term=Rapaccini%20GL%5BAuthor%5D&cauthor=true&cauthor_uid=15710992
http://www.ncbi.nlm.nih.gov/pubmed?term=Gasbarrini%20G%5BAuthor%5D&cauthor=true&cauthor_uid=15710992
http://www.ncbi.nlm.nih.gov/pubmed/15710992
http://www.ncbi.nlm.nih.gov/pubmed?term=Pons%20F%5BAuthor%5D&cauthor=true&cauthor_uid=18333159
http://www.ncbi.nlm.nih.gov/pubmed?term=Varela%20M%5BAuthor%5D&cauthor=true&cauthor_uid=18333159
http://www.ncbi.nlm.nih.gov/pubmed?term=Llovet%20JM%5BAuthor%5D&cauthor=true&cauthor_uid=18333159
http://www.ncbi.nlm.nih.gov/pubmed/?term=Staging+systems+in+hepatocellular+carcinoma+FERNANDO+PONS1%2C+MARIA+VARELA1+%26+JOSEP+M.+LLOVET
http://www.ncbi.nlm.nih.gov/pubmed/?term=Staging+systems+in+hepatocellular+carcinoma+FERNANDO+PONS1%2C+MARIA+VARELA1+%26+JOSEP+M.+LLOVET
http://www.ncbi.nlm.nih.gov/pubmed?term=Liu%20C%5BAuthor%5D&cauthor=true&cauthor_uid=23555170
http://www.ncbi.nlm.nih.gov/pubmed?term=Xiao%20GQ%5BAuthor%5D&cauthor=true&cauthor_uid=23555170
http://www.ncbi.nlm.nih.gov/pubmed?term=Yan%20LN%5BAuthor%5D&cauthor=true&cauthor_uid=23555170
http://www.ncbi.nlm.nih.gov/pubmed?term=Li%20B%5BAuthor%5D&cauthor=true&cauthor_uid=23555170
http://www.ncbi.nlm.nih.gov/pubmed?term=Jiang%20L%5BAuthor%5D&cauthor=true&cauthor_uid=23555170
http://www.ncbi.nlm.nih.gov/pubmed?term=Wen%20TF%5BAuthor%5D&cauthor=true&cauthor_uid=23555170
http://www.ncbi.nlm.nih.gov/pubmed?term=Wang%20WT%5BAuthor%5D&cauthor=true&cauthor_uid=23555170
http://www.ncbi.nlm.nih.gov/pubmed?term=Xu%20MQ%5BAuthor%5D&cauthor=true&cauthor_uid=23555170
http://www.ncbi.nlm.nih.gov/pubmed?term=Yang%20JY%5BAuthor%5D&cauthor=true&cauthor_uid=23555170
http://www.ncbi.nlm.nih.gov/pubmed/23555170##
http://www.ncbi.nlm.nih.gov/pubmed?term=Bruix%20J%5BAuthor%5D&cauthor=true&cauthor_uid=21374666
http://www.ncbi.nlm.nih.gov/pubmed?term=Sherman%20M%5BAuthor%5D&cauthor=true&cauthor_uid=21374666
http://www.ncbi.nlm.nih.gov/pubmed?term=American%20Association%20for%20the%20Study%20of%20Liver%20Diseases%5BCorporate%20Author%5D
http://www.ncbi.nlm.nih.gov/pubmed/?term=Management+of+Hepatocellular+Carcinoma%3A+An+Update+Jordi+Bruix%2C1+and+Morris+Sherman2
http://www.ncbi.nlm.nih.gov/pubmed?term=European%20Association%20For%20The%20Study%20Of%20The%20Liver%5BCorporate%20Author%5D
http://www.ncbi.nlm.nih.gov/pubmed?term=European%20Organisation%20For%20Research%20And%20Treatment%20Of%20Cancer%5BCorporate%20Author%5D
http://www.ncbi.nlm.nih.gov/pubmed?term=European%20Organisation%20For%20Research%20And%20Treatment%20Of%20Cancer%5BCorporate%20Author%5D
http://www.ncbi.nlm.nih.gov/pubmed/22424438

7.Toyoda H, Kumada T, Kiriyama S, Sone Y, Tanikawa M, Hisanaga Y, Yamaguchi A, Isogai

M, Kaneoka Y, Washizu ].Comparison of the usefulness of

three staging systems for hepatocellular carcinoma (CLIP, BCLC, and JIS) inJapan. Am J

Gastroenterol. 2005 Aug;100(8):1764-71.

8.Sirivatanauksorn Y, Tovikkai C. Comparison of staging systems of hepatocellular carcinoma. HPB
Surg. 2011;2011:818217. doi: 10.1155/2011/818217. Epub 2011 Jun 27.

9.Llovet JM, Fuster J, Bruix J,Barcelona-Clinic Liver Cancer

Group.The Barcelona approach: diagnosis, staging, and treatment of hepatocellular carcinoma. Liver

Transpl. 2004 Feb;10(2 Suppl 1):5115-20.

Reviewed by 2447122 major revizyon

In the present study, Ilikhan et al. compared serum prolidase activity and AFP values in HCC and
cirrhotic patients and, healthy volunteers. They found a significant increase in prolidase activity in
HCC patients with respect to cirrhotic patients and controls. Also, prolidase levels showed a significant
correlation with tumor size and number. Besides, authors showed that in patients with HCC, there was
a significant correlation between the prolidase activity and AFP values in terms of tumor size, number
and BCLC staging classification. Major comments: 1. The authors conclude that both serum prolidase
activity and AFP levels could be useful in early diagnosing of HCC. But, how the measurement of
prolidase activity would be an advantage compared to uniquely determine the levels of AFP? 2. As the
authors mention, metastatic tumor cells secrete high levels of proteases that enable them to degrade
basement membranes and the extracellular matrix, and thus, invade other tissues. However, the
presence of macrovascular invasion was not significantly correlated with serum prolidase, probably
because of the reduced number of samples. Therefore, this study would be enriched if more patients
with vascular invasion are included. It would be very interesting if the correlation between serum
prolidase activity and the presence of distant metastasis or other invasive characteristics (incomplete
encapsulation, multiple tumor number) in HCC patients were evaluated. Also, authors should analyze

patient’s survival and recurrence.

1. First of all we thank you for your comments. We have checked the present study to reveal the
probable advantages of prolidase levels compared to the AFP levels in patients with HCC. It is

known that AFP levels are normal (less than 10 ng/ml) in up to 40% of patients with HCC,
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particularly during the early stage of the disease (1,2), and elevated AFP levels are seen in
patients with cirrhosis or exacerbation of chronic hepatitis (3,4). Thus we have attempted to
view the value of prolidase measurement among the patients with HCC whose AFP levels were
low (less than 80 ng/ml) and both cirrhotic patients and controls. We have seen that HCC
patients with low AFP levels have significantly higher serum prolidase levels compared to
both cirrhotic patients and controls. We added these outcomes in the results as ““Additionally,
prolidase values were significantly higher in HCC patients (n=9) with low AFP levels ( less than
80 ng/ml ) compared to both cirrhotic patients and controls (p<0.001,p<0.001, respectively).
Unfortunately, the small sample size including low AFP levels has not enough patients to let

us make powerful analysis about the value of prolidase. "’

2. A major limitation to our study is the relatively small sample size. And a second limitation of
this study may be related to not having the outcomes of long-term follow-up of the patients
with HCC. Future investigations may elucidate differences in prolidase patterns in long-term
follow-up within the groups of the patients with chronic liver diseases. Unfortunately, we have
no time for including the new cases. The big size study can be realized in the future. This
manuscript is a preliminary descriptive study about the importance of prolidase for screening
of HCC. We emphasized the limitations of our study in conclusions as “Our study has several
limitations, such as the low number of patients and not having long term outcomes of HCC
patients regarding prolidase levels. Nevertheless, future comprehensive studies covering larger
populations are needed to elucidate the value of prolidase activity during follow-up of the

patients with chronic liver diseases. ”’
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Reviewed by 2537576 rejected
The author presented a study of the prognostic ability of serum prolidase in hepatocellular carcinoma.
In this study, serum prolidase levels are significantly correlated with the tumor size, number and stage
of HCC. Meanwhile, the level of prolidase is positive related with AFP, and accompanied with similar
results of AFP values in HCC patients. However, it still has some points should be made clear. 1. AFP is
considered as a specific biomarker in the progress of HCG, it is associated with the progress of disease
and also the patients’ clinic outcomes. Prolidase exhibited higher sensitivity and specificity than AFP in
predicting the tumor size and number, which are adverse prognostic factors for HCC survival, but it is
interesting to know the prognostic value of prolidase in patients’ survival, which is a more important
and considerable end point. 2. The serum prolidase levels are positive related with AFP levels. In
addition, both of them could predict the progress of HCC and are significantly associated with tumor
size, number and stage of HCC. What is the significant difference between them in the prognostic
prediction?

1. Thank you for the comments of the reviewer. Our main purpose about this manuscript is the
correlation between prolidase and tumor load and spreading. We observed a correlation about
them. Maybe the prolidase activity can reflect the tumor behavior except the survival. The survival
study is out of our purpose about this manuscript. Actually, we did not looking for a prognostic
marker in this study. We were just interested in prolidase activity regarding tumor features. But, it
can be planned as a future study.

2. It can be considered as an advantage of serum prolidase activity among the patients with HCC

whose AFP levels were low, that is statistically higher from both cirrhotic patients and controls.

3 References and typesetting were corrected

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