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Dear Prof. Ma,

Thank you very much for your decision letter and advice on our manuscript (NO.: 59733,
Case Report) entitled “Clinical cure and liver fibrosis reversal after postoperative antiviral
combination therapy in HBV-associated non-cirrhotic hepatocellular carcinoma: Case report.”
We also thank the reviewers and editors for the constructive and insightful comments and
suggestions. Accordingly, we have revised the manuscript in accordance with the reviewers’
suggestions (shown in red). In addition, point-by-point responses to the comments are listed

below this letter.

We hope that the revision is acceptable for the publication in your journal.

Look forward to hearing from you soon.

With best wishes,

Yours sincerely,
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Department of Infectious Diseases, the First Hospital of Quanzhou Affiliated to Fujian
Medical University, No. 250 East Street, Licheng District, Quanzhou 362000, Fujian, China
Tel: +86-0595-22277281
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First of all, we would like to express our sincere gratitude to the reviewers’ editors for the

constructive and positive comments and suggestions.

Replies to Reviewer #1

1. The summary statement states that lamivudine was administered two years after treatment. It is
unclear what treatment took place two years prior to lamivudine.

Response: Thank you for your meticulous job. The correct statement is that he discontinued
the antiviral therapy after 2 years. We have added the sentence in the Case Presentation

section (page 6, line 5).

2. The relationship between HBsAg titers and ALT values is not clearly explained. Also, the
concept of ALT elevation by host immunity would not be obvious to potential readers of the
article. This should be better addressed. The authors also state that: “Acute elevation of ALT
levels is mainly immune-mediated”. What does this mean? No context is provided for such
statement.

Response: The course of HBV infection is a dynamic process. An acute elevation of ALT can
occur in different stages of the disease. It is also considered to be immune-mediated. On the
one hand, it represents the enhancement of the host immune response, indicating the decline
in HBV DNA, HBeAg, and HBsAg; on the other, it may lead to progressive liver injury,
which may result in liver decompensation and even death. An acute elevation of ALT during
PEG IFN treatment was associated with a subsequent decline in HBsAg and HBV RNA and

HBsAg clearance, suggesting a strong antiviral immune response [,

3. Another unclear point is provided by the following statement: “Several factors can affect
the postoperative HCC recurrence, with HBsAg as the main factor”. Does this imply a
cause-effect relationship? Is so, how? How does HBsAg itself drives HCC recurrence?

Response: Thank you for your kind reminder. There are several factors influencing the
postoperative recurrence of liver cancer, including the host, tumor, and virus factors, among
which HBsAg is the most important virus factor. There is no causal relationship between

HBsAg titer and HCC recurrence, although studies have shown that a higher HBsAg level



was associated with late recurrence of HCC (P=0.032) in HBeAg-negative and non-cirrhotic

patients with low viral load .

4. The paper could benefit of a graphical depiction of the patient’s timeline of illness and
treatment.

Response: Thank you for your kind suggestion. We have modified it. Please see Figure 1A.

Reviewer #2

1. The resolution of fibrosis after antiviral therapy in HBV-infected patients has been reported
previously and not so rare observation (Chang T et al, Hepatology 2010; 52:886, Marcellin P
et al, Lancet 2013; 381:463 etc). Previous reports should be cited adequately.

Response: Thank you for your kind reminder. | have quoted the literature on the reversal of
liver fibrosis in patients infected with HBV after antiviral treatment. The details are as follows:
Previous studies have shown that the resolution of fibrosis occurred in HBV-infected patients
after NAs or IFNo treatment 4. After 60 weeks of a combination therapy of ETV+PEG
IFNa-2b, the pathological re-examination results of the liver tissue showed that liver fibrosis
was significantly reversed (S3—S1). We have added the sentences in the Discussion section

(page 10, lines 2-6).

2. In Fig 3B, the picture of liver puncture biopsy is shown but the picture does not include
portal area of liver lobule. It is difficult to evaluate the presence of fibrosis from the picture.
The picture including portal region should be provided.

Response: Thank you for your meticulous job. | have found a suitable picture and modified it

accordingly (Figure 2).

3. The changes of biological marker indicating liver fibrosis should be provided, for example
by calculating Fib-4 index
Response: Thank you for your kind suggestion. We calculated two recognized noninvasive

liver fibrosis indices, FIB-4 and APRI, based on the reported formula. After 60 weeks of



combination therapy, the FIB-4 decreased from 2.39 to 1.13, and the APRI decreased from
24.36 to 14.45. Therefore, both hepatic pathology and noninvasive hepatic fibrosis index
results demonstrated that liver fibrosis was significantly reversed after combination therapy.
The FIB-4 and APRI were calculated as previously described: FIB-4=age (year)><AST

(IU/L)/(PLT (< 10%L)=ALT (IU/L)1/2); APRI=ZAST (1U/L)>L00/PLT (><10%/L).

4. As shown in the report, the development of HBs Ab in chronic HBV infection is rare,
however, the HBV Ag/Ab seroconversion after antiviral treatment has been reported even in
immunosuppressive state such as patients coinfected with HIV/HBV and patients receiving
hemodialysis. What is the incidence of HBs Ag/Ab seroconversion in the natural course of
chronic HBV infection?

Response: That is a good question. The occurrence probability of spontaneous HBSAg
clearance or serological conversion is very low. A total of 289 inactive HBsAg carriers were
followed up in You'an Hospital affiliated to Capital Medical University for 3 years. The
results showed that 17 patients (2.60%) had spontaneous HBsAg serologic clearance, with an
annual incidence of 0.87% . Also, the annual rate of HBsAg seroclearance for NA-treated
patients is very low (0.8%) !, and it is assumed that approximately 52 years of NA therapy is
required for most patients to achieve HBsAg seroclearance considering HBsAg kinetics ). In
another follow-up study of 1,767 patients with HBeAg-positive chronic hepatitis B who were
initially treated with nucleoside (acid) analogues (NAs) in You'an Hospital affiliated to
Capital Medical University, the total annual HBsAg clearance rate was 0.46% in all patients.
The annual clearance rates of HBsAg in the adefovir, entecavir, telbivudine, and interferon

groups were 0.52%, 0.47%, 0.45%, and 1.18%, respectively !,

5. The reported case received IFN, oral antivirals and HBV vaccination. What is the treatment
recommendation of authors for these kind of chronic HBV patients?

Response: That is a very good question. Pegylated interferon (Peg-IFN) alfa provides a
higher chance for HBsAg loss at the rate of 3%-7% after 1year of Peg-IFN treatment

compared with NAs * % Recent randomized controlled trials investigated the effect of



adding or switching to Peg-1FN in patients with suppressed HBV in response to NA treatment
rather than first-line Peg-IFN monotherapy in NA-naive patients ™. HBV vaccination may
also have a role in HBsAg seroclearance. In a human trial, recombinant HBV vaccination
achieved an approximately 10% HBsAg seroconversion rate in the inactive carrier phase of
chronic hepatitis B 2. More importantly, a study in South Korea suggests that entecavir plus
Peg-IFN alfa-2a treatment followed by sequential HBV vaccination on an intensified schedule

significantly increased the chance for HBsAgQ seroclearance compared with entecavir alone

[13]

6. Fig 2 and Table 1 include same data. Table 1 is not necessary if Fig 2 is provided.

Response: Thank you very much for your good suggestion. | have deleted Table 1.

Reviewer #3

1. In the discussion, it is written: ...patient with HBeAg-negative chronic hepatitis B, however,
in the description of the case it is written HBeAg-positive. Despite it is obvious that it is the
evolution of the HBeAg through the time, as described, it is difficult to follow the case.
Response: Thank you for your kind reminder. The patient was HBeAg-positive in 2000 and
treated with lamivudine. In 2006, he was administered entecavir antiviral therapy, and HBeAg

seroconversion was achieved in 2009. He has been HBeAg-negative since 2009.

2. The authors state that there was a reversal of over fibrosis (from G1S3 to G2S1), however,
they did not explain why there is an increase in inflammation despite seroconversion, and
apparently no other risk factors for other liver diseases (such as NAFLD).

Response: That is a very good question. This patient had an early elevation of ALT, which
was thought to be associated with Peg-IFNa, which mediated immune inflammation. After
64 weeks of combined therapy, liver inflammation (G2) was still present, which was
considered to be related to nonalcoholic fatty liver disease (NAFLD). Because the first liver
pathology indicated approximately 15% steatosis, the second liver pathology increased to

25%. At the same time, the patient had better nutritional conditions after surgery and gained



significant weight in recent years. In addition, the patient was not taking other drugs with

liver damage or drinking alcohol

3. It is not clear why in the presentation of the case the findings in the US are mentioned, but
the image actually corresponds to MRI.

Response: Thank you for your careful work. | have made corresponding modifications, as
follows: In October 2016, color Doppler ultrasonography showed a space-occupying hepatic
lesion, and it was confirmed to be HCC (5.3>5>6cm) by enhanced magnetic resonance
imaging (MRI) of the liver in Zhongshan Hospital affiliated to Fudan University (Figure 1).

We have added the sentences in the Case Presentation section (page 6, lines 7-10).

4. The figures regarding histology don't show the described changes, and also there is no
special staining for evaluating liver fibrosis.
Response: Thank you for your meticulous job. | have found a suitable picture and modified it

accordingly (Figure 2).
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