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Abstract

Background and Aims: Chronic hepatitis B is the main
cause of liver cancer. However, the most neglected group
has been treatment-naive chronic hepatitis B patients with
normal alanine aminotransferase (ALT). People have tended
to subjectively assume that the liver lesions of these pa-
tients are not serious and do not need antiviral treatment.
However, the truth is not as optimistic as we thought. We
aimed in this study to analyze the proportion of significant
inflammation or fibrosis in aforementioned patients. Meth-
ods: Medline, Embase, and Cochrane Library were searched
up to January 10t 2020, to identify studies of these pa-
tients with liver biopsy. The double arcsine method was
used with a random-effect model to combine the proportion
of significant inflammation or fibrosis. Potential heterogene-
ity was explored by subgroup analysis and meta-regression.
Outcome of interests included the proportion of significant
inflammation or fibrosis and cirrhosis. The secondary out-
come was to find the risk factors of significant histologi-
cal changes. Results: Nineteen eligible studies, with 2,771
participants, were included. The pooled proportion of sig-
nificant inflammation or fibrosis was 35% [95% confidence
interval (CI): 27 to 43] and 30% (95% CI: 25 to 36), re-
spectively. The pooled proportion of cirrhosis was 3% [95%
CI: 1 to 5, (12 studies; 1,755 participants)]. In subgroup
analysis, old age [vs. young (<40 years-old), 44% vs. 26%,
p=0.012] was significantly associated with higher fibrosis
stage as well as cirrhosis [vs. young (<40 years-old), 4.8%
vs. 1.8%, p<0.001]. Conclusions: About 1/3 of the treat-
ment-naive chronic hepatitis B patients with normal ALT
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show significant histological changes, and some even have
cirrhosis.
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Introduction

Chronic hepatitis B CHB) infection remains an important
global public health problem. Hepatitis B surface antigen
(HBsAg) seroprevalence is about 3.61% all over the world,
of which about 240 million people are chronically infected.!

Current CHB practice guidelines from the American As-
sociation for the Study of Liver Diseases (AASLD), European
Association for the Study of the Liver (EASL) and Asian Pa-
cific Association for the Study of the Liver (commonly known
as the APASL) stratify patients using serum tests for alanine
aminotransferase (ALT), HBV DNA and hepatitis B e antigen
(HBeAg) to evaluate the need for liver biopsy or antiviral
therapy.2=# According to the current recommendations of
the aforementioned guidelines,2-# treatment and liver bi-
opsy are not recommended in CHB patients with normal ALT
(except for special cases, such as liver cirrhosis, hepatitis C
or human immunodeficiency virus infection, tumor chemo-
therapy, etc.), regardless of HBeAg status and HBV DNA
level. However, recently, numerous studies have shown that
there are varying degrees of moderate and severe inflam-
mation or significant fibrosis, and even liver cirrhosis in pa-
tients with CHB whose ALT remains normal. The proportion
of severe inflammation ranges from 4% (6/140)° to 63%
(60/95),% while the proportion of significant fibrosis ranges
from 9% (10/113)7 to 56% (63/113)8 and the proportion of
liver cirrhosis ranges from 0% (0/140)° to 19% (22/113).8

All aforementioned guidelines suggest the need for an-
tiviral treatment for moderate and severe inflammation or
fibrosis. Therefore, it is necessary to summarize the pro-
portion of significant histological changes in CHB patients
with normal ALT, so as to adjust the indications for antiviral
therapy and liver biopsy. In addition, an American popu-
lation-based study (including 39,206 people)? found that

Copyright: © 2021 The Author(s). This article has been published under the terms of Creative Commons Attribution-Noncommercial 4.0 International License
(CC BY-NC 4.0), which permits noncommercial unrestricted use, distribution, and reproduction in any medium, provided that the following statement is provided.
“This article has been published in Journal of Clinical and Translational Hepatology at https://doi.org/10.14218/JCTH.2020.00136 and can also be viewed
on the Journal’s website at http://www.jcthnet.com”.


http://creativecommons.org/licenses/by-nc/4.0/
http://creativecommons.org/licenses/by-nc/4.0/
https://doi.org/10.14218/JCTH.2020.00136
mailto:john131212@126.com
mailto:john131212@sina.com
mailto:zhaohong_pufh@bjmu.edu.cn
mailto:zhaohong_pufh@bjmu.edu.cn

the mortality of adults with CHB was still higher than that
of uninfected patients, despite improved treatment. Those
with chronic infection had 1.9-fold [95% confidence interval
(CI): 1.1 to 3.3] and 13.3-fold (95% CI: 3.9 to 45.5) in-
creased hazard of all-cause mortality and liver-related mor-
tality compared to uninfected patients. In order to improve
the survival rate of patients with CHB, it is necessary to
start antiviral therapy in eligible patients.

The primary goal of this study was to identify the pro-
portion of significant hepatic inflammation or fibrosis and
cirrhosis in CHB patients with normal serum ALT levels. The
secondary goal was to identify possible indications of signifi-
cant histological changes.

Methods

This systematic review and meta-analysis was reported in
accordance with the Preferred Reporting Items for System-
atic Reviews and Meta-Analyses (PRISMA) statement!0 and
MOOSE check list (Supplementary Tables 7, 8), and was
registered at International Prospective Register of System-
atic Reviews (PROSPERO number: CRD42020164923).

Search strategy and selection criteria

Medline, Embase, and the Cochrane Central Register of
Controlled Trials databases were searched from inception to
January 10th, 2020 using the following keywords: “chronic
hepatitis B”, “liver biopsy”, and “alanine aminotransferase”.
Two reviewers independently screened the potential publi-
cation titles and abstracts, and reviewed the full-text of the
eligible articles. In addition, if two or more studies were
published based on the same data, the article with the high-
est quality was included.

The selected studies met the following inclusion and ex-
clusion criteria:

Inclusion criteria were definite diagnosis of treatment-
naive chronic hepatitis B. CHB patients with normal ALT, and
available liver biopsy data (inflammation grade or fibrosis
stage).

Exclusion criteria were sample size less than 50 CHB pa-
tients, patients with other forms of chronic viral hepatitis
(hepatitis C virus, hepatitis D virus, or human immunode-
ficiency virus co-infection) and other chronic liver diseases
(autoimmune, genetic, drug-induced etc.), patients with
liver cancer or liver transplantation, reviews, editorials, let-
ters, guidelines, and protocol type publications, or language
other than English (Supplementary Table 1).

Data extraction

Two authors (CZ and ZW) independently reviewed each in-
cluded paper using a standardized form for extraction of data
including basic patient information [e.g., author’s name, pub-
lication year, study design, country, age, sex, sample size,
body mass index (BMI)], clinical data [e.g., HBV DNA, HBeAg
status, ALT, aspartate aminotransferase (AST), y-glutamyl
transpeptidase, albumin, total bilirubin (Tbil), platelet (PLT)],
and pathological data (e.g., inflammation grade, fibrosis
stage, pathological scoring system). Any discrepancies were
resolved by discussion by the senior investigators (HZ, GQW).

Quantitative  variables were expressed as the
meanzxstandard deviation and categorical variables were
demonstrated with number and percentage. If the quantita-
tive variables in the original study were expressed as me-
dian and interquartile range or median with maximum and
minimum, they were converted to meanzstandard devia-
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tion by means of mathematical statistics.11-13 Furthermore,
singularities were handled by adding one to all cell frequen-
cies of studies with a zero cell count.

According to the standards of the EASL2017 guidelines,34
we defined 40 U/L as the normal ALT upper limit of normal
(commonly referred to as ULN). The pathological scoring
system was converted to Scheuer’s scoring system.14 In the
Scheuer’s score system, the inflammation or fibrosis score
was more than 2 points, which was considered as moder-
ate to severe inflammation (G =2) or significant fibrosis (S
>2). According to Zachary D. Goodman’s liver puncture pa-
thology score conversion method, if using the other scor-
ing system of inflammation, histological activity index (HAI)
>5 (Ishak!5 or Knodell® scoring system) or A =2 (Metavir
scoring system)!” were also defined as moderate to severe
inflammation.18 The fibrosis scoring system used >2 points
to indicate significant fibrosis. Scheuer’s or Metavir fibro-
sis scoring system score of 4 (G4 or F4) and Ishak fibrosis
scoring system score of 5 to 6 (F5-6) were considered to
indicate liver cirrhosis.

Quality assessment

Two independent investigators (CZ, ZW) assessed study
quality using the Newcastle-Ottawa scale (commonly re-
ferred to as NOS)!° for all the prospective and retrospec-
tive studies, including eight items (Supplementary Table 3).
Studies with a score of <4, 5-6, and >6 were considered
as having high, moderate, and low risk of bias, respectively.

Outcome measure

The primary outcome of interests were the proportion of
significant histological changes (moderate to server inflam-
mation or significant fibrosis) and the proportion of cirrhosis
in CHB patients with normal ALT. The secondary outcome of
interest was to find the risk factors of significant histological
changes.

Statistical analysis

Considering the low incidence of interest events, the double
arcsine transformation was used to calculate the proportion
of significant histological changes and cirrhosis.2? Q-statis-
tics and Cochrane Q-test were used to assess heterogeneity
between studies, where p<0.10 was regarded as statistical-
ly significant.21.22 The I? statistic was calculated to describe
the percent of observed variation across studies caused by
heterogeneity, with an I? statistic of >75%, 25-75%, and
<25% considered as high, moderate, and low heterogenei-
ty, respectively.?! Heterogeneity was expected, so all analy-
ses were performed with a random-effects model. Subgroup
analysis and meta-regression analysis were performed to
explore potential sources of heterogeneity. Factors exam-
ined included study design (prospective vs. retrospective),
region (Asian vs. Europe vs. Middle East vs. North America),
age (<40 years vs. =40 years), BMI (<24 kg/m2 vs. 224
kg/m2), HBV DNA (<6 log10 IU/mL vs. 26 log10 IU/mL),
Tbil (<17.1 pmol/L vs. 217.1 pmol/L), PLT (<200 x109/L
vs. =200 x109/L), ALT (<25 U/L vs. =25 U/L), and AST
(<25 U/L vs. 225 U/L). In subgroup analyses, we examined
differences between groups with the chi-square test. In ad-
dition, to examine the impact of a single study on total ef-
fect, sensitivity analysis was carried out by leaving out one
study each time.

Funnel plot (and trim-and-fill analysis,?3 which yields an
effect adjusted for funnel plot asymmetry), Begg'’s test and
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Fig. 1. Flowchart for study selection in the meta-analysis.

Egger’s test were used to examine potential publication
bias. A p-value of <0.05 was considered to be statistically
significant. Analyses were done with Stata 15.0 (StataCorp
LLC, College Station, TX, USA) and R version 3.6.2 using
the meta and metafor packages.

Results
Search results and study characteristics

A total of 1,907 citations were retrieved from the Med-
line, Embase, and Cochrane Library database search. Af-
ter screening of titles and abstracts for relevant publica-
tions and removal of duplicates, 149 potential articles were
eligible for full-text screening, of which 19 studies>-8:24-38
(including 2,771 participants; Supplementary Table 2) met
our inclusion criteria and were included in the meta-analysis
(Fig. 1).

The characteristics of the included studies are summa-
rized in Table 1,5-8:24-38 Suypplementary Tables 4 and 5.
Among the 19 studies published from 2007 to 2018, there
were 7 prospective studies and 13 studies from the Asian
region. The total number of people included in each study
was quite different, with a median of 120 (ranging from 59
to 455). The youngest mean age was 23.8+6.7 years-old
and the oldest was 50.0+15.0 years-old. The median male-
to-female ratio was 1.9. Only one study did not report HBV
DNA data, and 72.2% (13/18) of the remaining 18 studies
had HBV DNA average of >6 logl0 IU/mL. For other clini-

cal data (such as ALT, AST, HBeAg status, etc.), please see
Supplementary Table 4.

Four different scoring systems were used in the evalua-
tion of liver pathology, including Scheuer’s, Ishak, Knodell
and Metavir scoring systems. The proportion of moderate
to severe inflammation ranged from 4% (6/140) to 63%
(60/95), with a median of 36%. The proportion of signifi-
cant fibrosis ranged from 9% (10/113) to 56% (63/113),
with a median of 30%. Twelve studies reported on cirrhosis;
in most (11/12), the proportion of cirrhosis was <5%, but
in one study, the proportion of liver cirrhosis was as high as
19% (22/113).

Methodological quality assessment

All of the selected studies were assessed for methodological
quality by NOS. The NOS score of each study is presented in
Supplementary Table 3. Ten studies®6:8,24,30,31,33,34,38 \yere
of high quality and 9 studies”:25-29,32,35-37 were of moderate
quality. There were no studies with low quality.

Proportion of moderate to severe inflammation, sig-
nificant fibrosis and liver cirrhosis

As shown in Figure 2A, the pooled proportion of moderate
to severe inflammation was 35% (95% CI: 27 to 43). In the
HBeAg-positive patients and the HBeAg-negative patients
(Supplementary Fig. 2A) the rate of severe inflammation
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A Moderate to severe inflammation
Weight Weight
Study Events Total Proportion 95%-Cl (fixed) (random)
Lai M (2007) 20 59 —— 0.34 [0.22;0.47] 2.1% 5.0%
Papatheodoridis G (2008) 61 113 L 0.54 [0.44;0.63] 4.1% 5.2%
Kumar M (2008) 69 131 P —e— 0.53 [0.44;0.61] 4.7% 5.3%
Nguyen MH (2009) 22 101 — :g 0.22 [0.14;0.31] 3.7% 5.2%
Chen EQ (2010) 67 141 P —— 0.48 [0.39;0.56] 5.1% 5.3%
Gui HL (2010) 55 252 —- B 0.22 [0.17;0.27] 9.1% 5.4%
Montazeri G (2010) 53 132 - 0.40 [0.32;0.49] 4.8% 5.3%
Sanai FM (2011) 37 108 — 0.34 [0.25;0.44] 3.9% 5.2%
Lesmana CR (2011) 57 103 :E — 0.55 [0.45;0.65] 3.7% 5.2%
Alam S (2011) 95 181 P —— 0.52 [0.45;0.60] 6.5% 5.4%
Liao BL (2013) 6 140 = :; 0.04 [0.02;0.09] 5.1% 5.3%
Wan RJ (2015) 46 125 —l-— 0.37 [0.28;0.46] 4.5% 5.3%
Gong XQ (2015) 13 100 —=— i 0.13 [0.07;0.21] 3.6% 5.2%
Tan YW (2015) 66 113 :; — 0.58 [0.49;0.68] 4.1% 5.2%
Ormeci A (2016) 18 120 —=— H 0.15 [0.09; 0.23] 4.3% 5.3%
Zhou JY (2017) 70 193 —iE— 0.36 [0.29;0.43] 7.0% 5.4%
Tan YW (2017) 60 95 [ — 0.63 [0.53;0.73] 3.4% 5.2%
Xing YF (2018) 137 455 -.-i- 0.30 [0.26; 0.35] 16.4% 5.5%
Xu ZJ (2018) 13 109 —=— H 0.12 [0.07;0.20] 3.9% 5.2%
n
Fixed effect model 2771 * 0.34 [0.32; 0.35] 100.0% -
Random effects model - 0.35 [0.27; 0.43] -- 100.0%
Heterogeneity: /2=95%, p < 0.01 FrrTrT-1T
0.10.20.3040506 0.7
B Significant fibrosis
Weight Weight
Study Events Total Proportion 95%-Cl (fixed) (random)
Lai M (2007) 11 59 —-—i 0.19 [0.10; 0.31] 2.1% 4.7%
Papatheodoridis G (2008) 63 113 ] —_— 0.56 [0.46;0.65] 4.1% 5.2%
Kumar M (2008) 37 131 —— 0.28 [0.21;0.37] 4.7% 5.3%
Nguyen MH (2009) 30 101 —— 0.30 [0.21;0.40] 3.7% 5.1%
Chen EQ (2010) 47 141 —— 0.33 [0.26;0.42] 5.1% 5.3%
Gui HL (2010) 40 252 —=— 0.16 [0.12; 0.21] 9.1% 5.6%
Montazeri G (2010) 40 132 —s— 0.30 [0.23;0.39] 4.8% 5.3%
Sanai FM (2011) 32 108 — 0.30 [0.21;0.39] 3.9% 5.2%
Lesmana CR (2011) 56 103 1 —_— 0.54 [0.44;0.64] 3.7% 5.1%
Alam S (2011) 36 181 —— 3 0.20 [0.14;0.26] 6.5% 5.5%
Liao BL (2013) 59 140 j—e— 0.42 [0.34;0.51] 5.1% 5.3%
Wan RJ (2015) 38 125 —— 0.30 [0.22; 0.39] 4.5% 5.3%
Gong XQ (2015) 37 100 - 0.37 [0.28;0.47] 3.6% 5.1%
Tan YW (2015) 10 113 —=— 1 0.09 [0.04;0.16] 4.1% 5.2%
Ormeci A (2016) 43 120 N 0.36 [0.27; 0.45] 4.3% 5.2%
Zhou JY (2017) 63 193 —i— 0.33 [0.26; 0.40] 7.0% 5.5%
Tan YW (2017) 23 95 — 0.24 [0.16;0.34] 3.4% 5.1%
Xing YF (2018) 182 455 i - 0.40 [0.35; 0.45] 16.4% 5.8%
Xu ZJ (2018) 23 109 —-—; 0.21 [0.14;0.30] 3.9% 5.2%
i
Fixed effect model 2771 ‘ 0.31 [0.29; 0.33] 100.0% -
Random effects model = 0.30 [0.25; 0.36] -- 100.0%
Heterogeneity: /2= 90%, p < 0.01 f T T T T 1
01 02 03 04 05 06
C Cirrhosis
Weight Weight
Study Events Total Proportion 95%-Cl (fixed) (random)
Lai M (2007) 3 59 —:'—-— 0.05 [0.01; 0.14] 3.4% 6.6%
Papatheodoridis G (2008) 22 113 ¢ —_— 0.19 [0.13; 0.28] 6.4% 8.2%
Kumar M (2008) 3 131 - 0.02 [0.00; 0.07] 7.5% 8.5%
Nguyen MH (2009) 1 101 =e— 0.01 [0.00; 0.05] 5.8% 7.9%
Sanai FM (2011) 2 108 —&—— 0.02 [0.00; 0.07] 6.2% 8.1%
Alam S (2011) 3 181 ".'_ 0.02 [0.00; 0.05] 10.3% 9.0%
Liao BL (2013) 1 140 &+ 0.01 [0.00; 0.04] 8.0% 8.6%
Wan RJ (2015) 4 125 —m— 0.03 [0.01;0.08]  7.1% 8.4%
Tan YW (2015) 1 113 =— 0.01 [0.00; 0.05] 6.4% 8.2%
Ormeci A (2016) 1 120 #+— 0.01 [0.00; 0.05] 6.8% 8.3%
Xing YF (2018) 7 455 ‘- 0.02 [0.01; 0.03] 25.9% 10.1%
Xu ZJ (2018) 4 109 —m—-o 0.04 [0.01;0.09] 6.2% 8.1%
N
H
Fixed effect model 1755 0 0.02 [0.02; 0.03] 100.0% -
Random effects model o 0.03 [0.01; 0.05] -- 100.0%
Heterogeneity: /2=78%, p < 0.01 T
0.05 0.1 0.15 0.2 0.25

Fig. 2. Proportion of significant pathological changes in patients with CHB and normal ALT. (A) Inflammation grade >2. (B) Fibrosis stage 2. (C) Cirrhosis.
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Subgroup No. of study  Events/Total Proportion 95%—Cl 112 P
Study design 0.085
Prospective 7 484/1235 —l— 0.43 [0.35;0.51] 0.877
Retrospective 12 481/1536 —a— 0.30 [0.19;0.42] 0.961
Region 0.537
Asian 13 754/2138 —— 0.36 [0.25;0.46] 0.961
Europe 2 79/233 i 0.33 [0.04;0.74] 0.976
Middle East 2 90/240 il 0.37 [0.31;0.44] 0.000
North America 2 42/160 —— 0.27 [0.16;0.40] 0.636
Age 0.953
<40 13 724/2041 —— 0.36 [0.26; 0.46] 0.954
>=40 4 158/437 — 0.35 [0.16;0.58] 0.956
BMI 0.182
<24 5 380/1009 —— 0.42 0.32; 0.53 0.906
>=24 4 249/489 —— 0.51 [0.43;0.59] 0.675
HBV DNA(log10 IU/ml) 0.299
<6 5 232/743 —— 0.32 [0.20; 0.46] 0.932
>=6 10 577/1454 —— 0.41 [0.31;0.52] 0.940
Tbil(umol/l) 0.990
<17.1 5 110/480 —i— 0.23 [0.14;0.33] 0.830
>=17.1 2 59/234 —— 0.23 [0.04;0.51] 0.951
PLT(10"9/L) 0.866
<200 3 114/477 —— 0.23 [0.12;0.36] 0.890
>=200 2 66/235 0.29 [0.00;0.91] 0.991
ALT(U/L) 0.613
<25 3 131/347 —— 0.38 0.14; 0.66 0.965
>=25 10 520/1669 —— 0.31 [0.23; 0.40] 0.927
AST(U/L) 0.818
<25 7 386/1180 —— 0.33 [0.19;0.49] 0.966
>=25 5 236/766 '|_._' 0.31 [0.19;0.44] 0.930

01 02 03 04 05 0.6

Fig. 3. Summary of the proportion of moderate to severe inflammation in different subgroups.

was 34% (95% CI: 19 to 50) and 32% (95% CI: 21 to 43),
respectively, but the difference between the two was not
statistically significant (p=0.806). The pooled proportion of
significant fibrosis (Fig. 2B) was 30% (95% CI: 25 to 36),
27% (95% CI: 18 to 36) in the HBeAg-positive patients and
34% (95% CI: 26 to 42) in the HBeAg-negative patients;
again, the between-group difference was not statistically
significant (p=0.255; Supplementary Fig. 2B). The propor-
tion of liver cirrhosis (Fig. 2C) accounted for 3% (95% CI:
1 to 5), and there was no significant difference between the
HBeAg-positive and HBeAg-negative patients [2% (95% CI:
1 to 4) vs. 3% (95% CI: 0 to 8), p=0.571; Supplementary
Fig. 2C].

Subgroup analysis and meta-regression

Proportion of moderate to severe inflammation: Fig-
ure 3 and Supplementary Table 6 shows the proportion of
moderate to severe inflammation in different subgroups and
meta-regression results. Prospective studies (n=7) seemed
to have a higher proportion of moderate to severe inflam-
mation than retrospective studies (n=12), but the differ-
ence was not statistically significant [43% (95% CI: 35 to
51) vs. 30% (95% CI: 19 to 42), p=0.087] nor by meta-
regression (p=0.126). There was no statistical difference in
age (<40 years vs. 240 years), BMI (<24 kg/mZ2 vs. 224
kg/m?2), HBV DNA (<6 log10 IU/mL vs. =6 log10 IU/mL),
Thil (<17.1 pmol/L vs. =217.1 pmol/L), PLT (<200x10°/L vs.
>200x109/L), ALT (<25 U/L vs. 225 U/L) and AST (<25 U/L

vs. 225 U/L). Similarly, there was no statistical difference
by meta-regression.

Proportion of significant fibrosis: The results of sub-
group analysis and meta-regression of significant fibrosis
ratio are shown in Figure 4 and Supplementary Table 6.
Similar to the proportion of moderate to severe inflamma-
tion, the proportion of significant fibrosis in prospective
studies was higher than that in retrospective studies, and
the difference was statistically significant [38% (95% CI:
31 to 46) vs. 26% (95% CI: 20 to 32), p=0.011]. The re-
sult by meta-regression was also significant (p=0.013). The
proportion of significant fibrosis in people >40 years-old
[44% (95% CI: 31 to 57)] was almost twice as high as that
in people <40 years-old [26% (95% CI: 20 to 32)]. There
were significant differences in subgroup analysis (p=0.012)
and meta regression (p=0.009). The remaining seven sub-
groups (region, BMI, HBV DNA, Tbil, PLT, ALT, and AST)
were also analyzed, and no statistical difference was found
in either subgroup analysis or meta-regression.

Proportion of liver cirrhosis: Figure 5 and Supple-
mentary Table 6 show the proportion of liver cirrhosis. In
the subgroup analysis, only the factor of age (<40 years
or =40 years) showed statistically significant difference
[1.8% (95% CI: 1.1 to 2.6) vs. 4.8% (95% CI: 0 to 19.2),
p<0.001]. No statistical difference was found in the other
nine subgroups (study design, region, BMI, HBV DNA, Thil,
PLT, ALT, and AST). However, there was statistical signifi-
cance in AST and region by meta-regression, probably be-
cause the range of 95% CI in subgroups with AST was so
large that there was no statistical difference in subgroup
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Subgroup No. of study  Events/Total Proportion 95%-Cl "2 P
Study design 0.011
Prospective 7 473/1235 —— 0.38 [0.31;0.46] 0.853
Retrospective 12 397/1536 il 0.26 [0.20; 0.32] 0.861
Region 0.251
Asian 13 651/2138 —— 0.29 [0.23;0.36] 0.912
Europe 2 106/233 —— 0.46 [0.27;0.65] 0.893
Middle East 2 72/240 —l 0.30 [0.24;0.36] 0.000
North America 2 41/160 —— 0.25 [0.15;0.36] 0.577
Age 0.012
<40 13 578/2041 i 0.26 [0.20;0.32] 0.888
>=40 4 192/437 —— 0.44 [0.31;0.57] 0.868
BMI 0.733
<24 5 353/1009 il 0.33 [0.28;0.38] 0.659
>=24 4 150/489 —a— 0.29 [0.13;0.49] 0.954
HBV DNA(log10 IU/ml) 0.736
<6 5 192/743 —— 0.27 [0.20;0.36] 0.829
>=6 10 472/1454 —— 0.29 [0.21;0.39] 0.930
Tbil(umol/l) 0.943
<171 3 115/480 —— 0.26 [0.14;0.40] 0.901
>=17.1 2 61/234 —— 0.26 [0.17;0.35] 0.614
PLT(10"9/L) 0.584
<200 3 115/477 —a— 0.27 [0.15;0.41]  0.905
>=200 2 82/235 —— 0.33 [0.17;0.51] 0.878
ALT(U/L) 0.846
<25 3 106/347 il 0.30 [0.24;0.37]  0.404
>=25 10 518/1669 —— 0.29 [0.21;0.38] 0.925
AST(U/L) 0.658
<25 7 395/1180 —— 0.30 [0.21;0.39] 0.902
>=25 5 235/766 I-—III—- — 0.33 [0.21;0.47] 0.936

01 02 03 04 05 06

Fig. 4. Summary of the proportion of significant fibrosis in different subgroups.

analysis. For region subgroup analysis, only one study was
included in two subgroups, so it was necessary to be cau-
tious in explaining the proportion of liver cirrhosis in differ-
ent subgroups.

Publication bias and sensitivity analysis

We drew a funnel plot and conducted a trim-and-fill analysis
(Fig. 6). For moderate to severe inflammation, funnel plot
(Fig. 6A) showed a slight asymmetry. However, both Begg’s
test (p=0.834) and Egger’s test (p=0.573) did not indicate
publication bias. Two studies were added to the trim-and-fill
analysis (Fig. 6D) but there was no significant change in the
proportion of moderate to severe inflammation [adjusted
value: 32% (95% CI: 24 to 40)].

In the aspect of significant fibrosis, funnel plot (Fig. 6B),
Begg'’s test (p=0.779) and Egger’s test (p=0.672) were also
applied, and the findings indicated that there was no publi-
cation bias. Trim-and-fill analysis (Fig. 6E) added six studies
but did not significantly change the proportion of significant
fibrosis [adjusted value: 37% (95% CI: 31 to 43)].

For proportion of cirrhosis, the aforementioned analysis
was also carried out. The funnel plot (Fig. 6C) was symmet-
rical, without any study added or deleted in the trim-and-fill
analysis (Fig. 6F). The Begg’s test (p=0.063) and Egger’s
test (p=0.298) also showed no publication bias.

Sensitivity analysis was carried out on moderate to se-
vere inflammation, significant fibrosis and cirrhosis, and the

results were robust. We excluded each study in turn, and
the results did not change much (see Supplementary Fig.
1 for details).

Discussion

The findings of our systematic review and meta-analysis
show that significant histologic changes are not rare among
the treatment-naive CHB patients with normal ALT. Among
them, the proportion of moderate to severe inflammation or
significant fibrosis was about one-third, and the proportion
of cirrhosis was about 3%.

A previous study3® has reported the proportion of sig-
nificant fibrosis. On the basis of this, we have added sev-
eral new research results in recent years to supplement
the data of significant fibrosis. What is more important, we
have improved the data of the proportion of moderate to
severe inflammation and cirrhosis, which are as important
as fibrosis evaluation in histological evaluation. Moreover,
AASLD2018, EASL2017 and APASL2016 guidelines have
recognized noninvasive alternatives for the evaluation of
liver fibrosis, such as liver stiffness measurement (tran-
sient elastography).2-440 However, there was no recognized
evaluation method for liver histological inflammation, ex-
cept liver biopsy. To some extent, the progression of inflam-
mation was more hidden than fibrosis, and our data show
that the proportion of moderate and severe inflammation
[35% (95% CI: 27 to 43)] was higher than that of sig-
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gubdgr%up No. of study Events/Total Proportion 95%—ClI 12 P
tudy design . 0.289
Prospective 4 34/807 & 0.046 [8-883: 8-0122751 0.930
Retrospective 8 18/948 - 0.017 [0.009; 0.027] ¢ 030
Region . 0.817
Asian i 23/1254 . 0.017 [8-888: ggjf] 0.000
Europe 2 23/233 = 0.076 [0.000; 0.344] (955
Middle East 1 2/108 —— 0.019 [0.000; 0.055] ——
North America 2 4/160 —a— 0.024 [0.000; 0.079] 0.563
Age <0.001
<40 9 28/1421 i 0.018 [0.011; 0.026] 0.000
>=40 3 24/334 0.048 [0.000: 0.192]  0.944
BMI 0.374
<24 % 11/580 —— 0.019 [0.006; 0.038]  0.324
>=24 3 26/357 i 0.055 [0.000: 0.190]  0.938
HBV DNA(log10 1U/ml) 0.235
<6 3 6/359 —— 0.016 [0.005; 0.033]  0.000
>=6 8 45/1256 —,— 0.035 [0.011: 0.069]  0.849
Thil(umol/l) 0.152
<17.1 2 3/228 —— 0.013 [0.001; 0.033]  0.000
>=17.1 2 8/234 —— 0.034 [0.014: 0.063]  0.000
PLT(10%9/L) 0.152
<200 1 4/125 R — 0.032 [0.007; 0.072] -
>=200 1 1/140 Hl— 0.007 [0.000: 0.030] -
ALT(U/L) 0.180
<25 1 1/120 - 0.008 [0.000; 0.035] -
>=25 7 41/1124 —— 0.034 [0.008: 0.072]  0.865
AST(UIL) 0.253
<25 5 14/953 - 0.013 [0.006; 0.022]  0.000
>=25 2 24/221 — m> 0.087 [0.000: 0.326]  0.953

[ T

T T 1
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Fig. 5. Summary of the proportion of cirrhosis in different subgroups.

nificant fibrosis [30% (95% CI: 25 to 36)]. Previously, it
has been believed that CHB patients with normal ALT did
not need special treatment, mainly observation, and only a
clear family history of liver cancer or other special circum-
stances need to be paid attention to. But our study gives
a different answer. Although ALT has its simple and rapid
advantages in the evaluation of chronic liver disease, there
are too many factors that affect the concentration of ALT in
serum, so the specificity of reflecting liver inflammation is
not high. Especially, when other liver diseases or systemic
diseases were involved in the liver, the limitations of ALT
became more obvious.

If CHB patients do not start antiviral therapy in time, the
disease can progress to liver cirrhosis or even liver cancer.
At present, first-line antiviral drugs (i.e. entecavir, tenofo-
vir disoproxil fumarate, and tenofovir alafenamide) have a
good effect on inhibiting virus and improving liver histologi-
cal inflammation and fibrosis.4! Therefore, it is necessary to
make clear the proportion of significant histological changes
(including inflammation and fibrosis) in CHB patients with
normal ALT. Meanwhile, identifying possible signs in people
with significant histological changes is also momentous.

Our study found that there were obvious differences in
significant fibrosis among different age subgroups (>40
years-old or not), suggesting that age was as an important
sign of significant fibrosis. Similarly, age also showed value
in cirrhosis. Previously, there have been some small sample
studies, ranging from 10s to 100s, that support our conclu-
sions. Research findings by Xing et al.26 and Tan et al.” also

support this view, but authors of the former believed that
the age of 50 needed special attention. Sanai et al.28 held
that serum HBV DNA levels are predictive of liver fibrosis in
CHB but found it to be in the mildly elevated ALT popula-
tion. However, our results did not suggest the role of HBV
DNA in the differential diagnosis of significant fibrosis. We
also used HBV DNA level of 7 log10 IU/mL and 8 log 10
IU/mL as cutoff values, and found no statistical difference
(data not shown). There are other indicators (collagen 4,
laminin, procollagen III N-terminal peptide, hyaluronic acid,
etc.) and models (APRI, FIB-4, etc.) that suggest significant
fibrosis which need further study.

Unfortunately, no distinguishing indication of moderate
and severe inflammation can be found. Considering the
studies by Park et al.#2 and Kumar et al.,33 persistent high
ALT (0.5-1 of ULN) may be an indicator of liver histological
inflammation. However, our research showed a lack of sta-
tistical significance for ALT differences among groups (<25
U/L vs. 225 U/L, p=0.613) and the possible reason was that
some of the included studies did not provide the original ALT
mean in the original text; thus, we could only use math-
ematical statistics to estimate the possible mean, and this
approach may have caused some errors. Therefore, it may
patients with high normal of ALT for a long time may still be
worthy of our attention. In addition, our team2443 and Xia
et al.** have shown that quantitative anti-hepatitis B core
antibody measures have good application value in reflecting
liver inflammation and natural history of hepatitis B. The
quantitative anti-hepatitis B core antibody measure in the
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Fig. 6. Funnel plot and trim-and-fill analysis plot. (A) Funnel plot of the proportion of moderate to severe inflammation. (B) Funnel plot of the proportion of sig-
nificant fibrosis. (C) Funnel plot of the proportion of cirrhosis. (D) Trim-and-fill plot of the proportion of moderate to severe inflammation (two studies were added, as
shown by the red points in the figure). (E) Trim-and-fill plot of the proportion of significant fibrosis (six studies were added, as shown by the red points in the figure).

(F) Trim-and-fill plot of the proportion of cirrhosis (no studies were added).

immune tolerance stage was significantly lower than that in
the immune clearance stage.

Although subgroup analysis and meta-regression were
carried out as far as possible, there was still some hetero-
geneity implication for outcomes. According to the results
of proportion of significant fibrosis subgroup analysis, dif-
ferent ALT levels may represent the main source of het-
erogeneity (I2: 40.4% vs. 92.5% in ALT <25 U/L and =25
U/L, respectively). Several factors can explain the source of
heterogeneity in proportion of cirrhosis. Among them, pro-
spective studies had greater heterogeneity than regression

studies (I2: 93.0% vs. 3.0%), and older age had greater
heterogeneity than younger age (I2: 94.4% vs. 0.0%). Un-
fortunately, the source of moderate and severe inflamma-
tory heterogeneity has not been found. We speculate that
the first reason may be that there was no recognized value
for the normal upper limit of ALT, which was considered by
the APASL and EASL guidelines as 40 U/L but by the AASLD
guidelines as 35 U/L for male and 25 U/L for female. Sec-
ond, compared with the pathological evaluation of fibrosis,
the evaluation of inflammation was more easily affected by
the scoring system and pathologists, especially upon the
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application of Ishak and Knodell scoring systems, as the
items were too detailed to form a unified consensus.

Our study has several limitations. First, there may be a
patient selection bias in this study. For the CHB patients
with normal ALT, both the patients and doctors were reluc-
tant to carry out invasive liver biopsy due to its inherent
risks, which reduced the implementation of liver biopsy to a
certain extent. Therefore, the proportion of significant his-
tological changes may be higher in actuality than this study
found. Second, there were non-randomized controlled trials
among the included studies. Although the results of publica-
tion bias were negative, their inclusion inevitably reduced
the overall quality of the study.

Conclusions

In summary, significant histologic changes present in ap-
proximately one-third of treatment-naive CHB patients with
normal ALT levels, and about 3% of patients even pro-
gressed to cirrhosis. It is worth noting that the proportion
of significant fibrosis and cirrhosis in people >40 years-old
are more than twice as high as those in younger people. The
management of treatment-naive CHB patients with normal
ALT remains a challenge and requires an individualized ap-
proach, in addition to the standardized paradigms recom-
mended by current guidelines.
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