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In Italy, the combination of high-barrier nucleos(t)ide analogues
and hepatitis B immunoglobulins remains the most widely used
regimen for antiviral prophylaxis following liver transplantation
for HBV-related liver disease. Hepatitis B recurrence after liver
transplantation is a rare event and not associated with reduced
survival. In transplant recipients with hepatocellular carcinoma,
HBV recurrence was independently associated with hepato-
cellular carcinoma recurrence, though this may simply reflect
an epiphenomenon without any causal relationship.
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Background & Aims: Conflicting data exist regarding optimal prophylaxis for HBV recurrence (HBV-R) after liver transplantation
(LT), particularly in patients with hepatocellular carcinoma (HCC). We assessed current practices for HBV-R prophylaxis in Italy,
evaluating rates, risk factors, and the clinical impact of HBV-R and HCC-R.

Methods: We performed a multicentric, retrospective study involving 20 Italian LT centers. All patients who underwent LT for
HBV-related liver diseases between 2010 and 2021 were included. Logistic regression was used to identify predictors of HBV-R
and HCC-R. Survival curves were estimated with the Kaplan-Meier method and compared with the log-rank test.

Results: We included 1,205 LT recipients (60.8% with HCC). HBV prophylaxis was prescribed in 99.7% of recipients, mostly with
lifelong hepatitis B immunoglobulin+nucleos(t)ide analogues (HBIG+NUCs) (83.9%). Rates of HBV-R were 2.1% and 3.1% in
patients transplanted without and with HCC, respectively. Median times from LT were 60 [9.5–77.5] and 5.5 [1–13] months,
respectively. Recipients on lifelong HBIG+NUCs experienced lower rates of HBV-R than those in whom HBIG was withdrawn,
used only during LT, or in those who received NUCs alone (2.3% vs. 6.2% vs. 1.9% vs. 8%, respectively; p = 0.042). In recipients
with HCC, HCC-R rate was 10.8% (median time from LT: 18 months). At multivariate analysis, HBV-R (odds ratio [OR] 10.329;
95% CI 3.665-29.110), Child-Pugh C (OR 3.519; 95% CI 1.305-9.484), and microvascular invasion (OR 3.088; 95% CI 1.692-
5.634) were independently associated with HCC-R. Five-year survival was lower in recipients who experienced HCC-R (32.5% vs.
92.4% in those who did not; p <0.001).

Conclusion: In Italy, HBV prophylaxis is mostly based on lifelong HBIG+NUCs. HBV-R was rare and not associated with survival
in patients transplanted for decompensated cirrhosis. In patients transplanted for HCC, HBV-R was independently associated with
HCC-R. The clinical implications of these findings deserve further investigation.

© 2024 The Author(s). Published by Elsevier B.V. on behalf of European Association for the Study of the Liver (EASL). This is an open access article
under the CC BY-NC-ND license (http://creativecommons.org/licenses/by-nc-nd/4.0/).
Introduction
HBV is a major global health concern.1 HDV infects approxi-
mately 12 to 72 million hepatitis B surface antigen (HBsAg)-
positive patients.2–4 In HBsAg-positive patients, those with
HDV coinfection or superinfection have a 2 to 3-fold higher risk
of developing advanced liver disease, hepatocellular carcinoma
(HCC), and hepatic decompensation compared to patients with
HBV infection alone.5

Liver transplantation (LT) is the only curative treatment in
HBsAg-positive patients with decompensated cirrhosis or he-
patocellular carcinoma (HCC) within certain criteria.6,7 Despite
effective strategies to prevent HBV transmission and control
* Corresponding author. Address: Patrizia Burra, Gastroenterology and Multivisceral Tran
University Hospital, Italy.
E-mail address: burra@unipd.it (P. Burra).
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HBV chronic infection,6 in the last decades the numbers of LT
for HBV-related liver disease in Europe has remained stable.8

Historically, LT was contraindicated in patients with HBV
due to the almost universal graft reinfection, leading to recur-
rent cirrhosis and rapid graft loss.9 The introduction of hepatitis
B immunoglobulins (HBIG) has changed the natural history of
HBV recurrent infection after LT.10,11 In fact, graft and patient
survival are now comparable to those of patients transplanted
for non-HBV etiologies.12

Recent studies suggest that monotherapy with high-barrier
nucleos(t)ide analogues (NUCs) such as tenofovir disoproxil
fumarate (TDF), tenofovir alafenamide fumarate (TAF), or
splant Unit, Department of Surgery, Oncology, and Gastroenterology, Padova
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HBV and HCC recurrence after liver transplantation
entecavir (ETV) might be a safe and effective option for patients
transplanted for HBV, with and without HCC.13,14 However,
these studies included mostly patients from Asia in whom HBV
and host-related factors for HBV recurrence (HBV-R) may be
different than in Europe.15 Moreover, there has been a signifi-
cant shift in LT indications with a relative increase in HCC and a
simultaneous decrease in decompensated cirrhosis as a pri-
mary reason for LT,8 which may be associated with a higher risk
of HBV-R.

A better understanding of rates and risk factors for HBV and
HCC recurrence (HCC-R) after transplantation would improve
patient management and allocation of healthcare resources.16

In this nationwide study, we aimed to i) investigate the
current practice for HBV-R prophylaxis after LT in Italy; ii)
evaluate rates, risk factors, and clinical impact of HBV and
HCC-R after LT; iii) assess long-term graft and patient survival
in a contemporary cohort of patients transplanted for HBV-
related liver disease.

Patients and methods

Patient selection and study design

This is a multicentric, retrospective study initiated by the
“Permanent Transplant Commission” of the Italian Association
for the Study of the Liver. All LT Italian centers were invited to
participate (See supporting information, page 3).

All adult (>−18-years-old) patients who underwent LT for
HBV-related liver disease (±HDV) between January 1, 2010, and
December 31, 2021, were considered for inclusion. Exclusion
criteria were: HBsAg-positive donor, multiorgan trans-
plantation, HIV coinfection. HBV-R was defined by the positivity
of HBsAg and/or detectable HBV DNA in patients who previ-
ously achieved HBsAg negativization after LT.17

The study was approved by the institutional Ethics Com-
mittee of the Padua University Hospital (CESC 5306/AO/22,
study ID 19951, data 31/03/2022, Prot. N 0032696 - 11/05/
2022). Ethics approval has been obtained from all participating
centers. The study complied with the Declaration of Helsinki
and good clinical practice guidelines.

Data collection

Transplant hepatologists of each participating center were
responsible for data collection. Given the retrospective nature
of this retrospective study, a standardized protocol for the
collection of variables could not be defined a priori. The case
report form was agreed among the participating centers, so
that the collection of study variables was homogenous within
the participating centers. Data collected from the medical re-
cords included pre-transplant, transplant, and post-transplant
variables. Pre-transplant-related variables comprised de-
mographics, presence of co-etiology of liver disease (such as
autoimmune diseases, metabolic dysfunction-associated
steatotic liver disease, alcohol-related liver disease, and HDV
and/or HCV coinfection), and type of HBV antiviral therapy. In
patients transplanted for HCC, data on downstaging and
bridging treatments were included.

Transplant-related variables included liver function accord-
ing to Child-Pugh and MELD/MELD-Na scores, and virological
variables (including HBeAg, anti-HBe, and qualitative and
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quantitative HBV DNA). In patients transplanted for HCC,
explant pathology features including number and maximum
diameter of the viable nodules, microvascular invasion,
grading, and TNM staging were collected.

Post-transplant variables included use and characteristics of
HBV prophylaxis and immunosuppressive therapy, graft and
patient survival, and the following clinical outcomes: develop-
ment of HBV-R and HCC-R (in patients transplanted for HCC).
For each of these clinical outcomes, the time from LT (months)
was collected.

Patients with and without HCC are two distinct groups for
whom transplant indications and management are different,8,18

and in whom disease recurrence may have a differing impact
on prognosis.19 Hence, transplant recipients were divided into
two groups and analyzed separately: patients without HCC,
including patients transplanted for decompensated cirrhosis,
acute liver failure (ALF),20 and acute-on-chronic liver failure
(ACLF),21 and patients with cirrhosis and HCC, that is patients
who underwent LT in the presence of HCC and who were
therefore at risk of recurrence (regardless of the specific indi-
cation for LT).
Statistical analysis

Qualitative data are described using frequency and percent-
age. Quantitative data are described using median and IQR.
Comparison between independent groups were performed
using the Mann Whitney U test and t test for continuous
variables, and Chi-square test or Fisher’s exact test for cate-
gorical variables. Patient and graft survival curves were esti-
mated with Kaplan-Meier method and compared with log-rank
test. Univariate and multivariate linear regression analysis
were used to identify predictors of HBV and/or HCC-R
development among clinical and laboratory variables. Among
the variables significantly associated with the outcome at the
univariate analysis (p <0.1), only those that were considered
clinically significant, non-collinear, and of interest for this
study were included in the multivariate model. Statistical sig-
nificance was set at p <−0.05. Statistical analyses were per-
formed using SPSS version 28.

Results

Patients transplanted without HCC

Pre-transplant characteristics

Four-hundred and seventy-two patients (63.1% were male;
median age 53 years [45–59]) were included (Table 1). Most
patients (52.8%) had HDV coinfection. Primary indication for LT
was decompensated cirrhosis (80.1%), followed by ACLF
(6.4%), and ALF (12.7%). The median MELD and MELD-Na
scores at the time of LT were 2016–29 and 22,18–30 respec-
tively. Most patients had Child-Pugh class C cirrhosis (50.8%),
followed by class B (41.3%), and class A (4.4%) cirrhosis.
Approximately 32.4% of patients had detectable HBV DNA at
the time of LT, with 35.9% of these cases having an HBV DNA
>−2,000 IU/ml. Almost all patients were receiving antiviral ther-
apy prior to LT; ETV and TDF were the most used antiviral
agents (52.3% and 22.5%), respectively, followed by lam-
ivudine (LAM) and TAF (Table 1).
025. vol. 7 j 101278 2
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Almost all patients received prophylaxis after LT (465 of 466
with available data, 99.8%). Data regarding the specific type of
antiviral prophylaxis were available in 97.2%. The most com-
mon strategy was lifelong administration of HBIG in combina-
tion with NUCs (83.2%), though we found a significant
difference between Northern (87.9%) and Southern (71.3%)
Italy (p <0.001). In a small fraction of patients (7.6%) initially
treated with HBIG + NUCs, HBIG was withdrawn while
continuing lifelong NUCs; the median time between LT and
HBIG withdrawal was 12 [1–45] months. Some patients
received HBIG only at transplant (4.8%), some received NUCs
alone (3.7%), and a few were managed with HBIG alone (0.7%).
ETV was the most frequently used NUC (57.8%), followed by
TDF (25.8%), LAM (9.3%), and TAF (3.2%). A smaller group of
patients (0.8%) received adefovir or a combination of NUCs.
Patients receiving HBIG mostly received intramuscular or
subcutaneous injections (51.2% and 39.9%, respectively).

Regarding immunosuppressive therapy, calcineurin in-
hibitors alone were used in 50.8% of patients, with a combi-
nation including both a calcineurin inhibitor and a second or
third agent (e.g., mTOR inhibitors, mycophenolate mofetil,
azathioprine, steroids) being used in 43.7% (Table 1).

Post-transplant survival and HBV recurrence

Overall patient and graft survival after LT were 94% and 93.9%
at 1 year, and 88.9% and 88.4% at 5 years, respectively (Figs
S1 and S2). No differences in terms of overall survival were
observed between patients transplanted for decompensated
cirrhosis, ACLF, and ALF (p = 0.442) (Fig. S3). The median
follow-up was 66 [32–101.73] months.

The overall rate of HBV-R was 2.1% (10/472), occurring at a
median time of 60 [9.5–77.5] months from LT (Fig. S4). HBV-R
was defined by HBsAg alone in 50% of patients, HBsAg and
HBV DNA in 33.3% of patients, and HBV DNA alone in 16.7%
of patients. In detail, four patients experienced recurrence of
both HBsAg and HBV DNA (two were treated with a combi-
nation of lifelong HBIG and NUCs, one with a finite course of
HBIG and lifelong NUCs and one with HBIG only at transplant
followed by NUCs alone). Among those with available data
(three out of four), all participants tested negative for both
HBsAg and HBV DNA after the initial HBV-R, after a median
time of 6 months [3–6.75] for HBsAg and 6 months (3.75–6) for
HBV DNA. Five patients experienced HBsAg recurrence only.
Of these, three received lifelong HBIG in combination with
NUCs, one was initially treated with HBIG but later switched to
NUCs alone, and one received NUCs alone from trans-
plantation. Among the five, three cleared HBsAg after HBV-R,
after a median time of 6 months [3–9.5]. One patient, who
received HBIG for a limited time followed by NUCs alone,
showed only HBV DNA recurrence but became aviremic just 1
month after the recurrence.

Patients who experienced HBV-R had less frequently
received HBV-R prophylaxis with lifelong HBIG than those who
did not (Table 2). Notably, patients who received lifelong HBIG
in combination with NUCs exhibited significantly lower rates of
HBV-R compared to those in whom HBIG was withdrawn,
those in whom HBIG was given only at transplantation, and
those who received NUCs alone (1.3% vs. 8.6% vs. 4.5% vs.
5.9%, respectively; p = 0.047) (Fig. 1). Patients receiving
JHEP Reports, --- 2
different prophylactic regimens had similar characteristics in
terms of age, HBV DNA detectability or levels exceeding 2,000
IU/ml at transplantation, indications for LT (decompensated
cirrhosis, ACLF, or ALF), and donor anti-HBc status. We did not
observe any difference in HBV-R between patients with and
without HDV coinfection. However, it is important to note that
HDV-coinfected patients were more likely to receive lifelong
HBIG and NUCs as post-transplant prophylaxis compared to
HBV-monoinfected patients (89.8% vs. 76.8%, p <0.001).

At the univariate analysis, the only parameter associated
with HBV-R was the use of lifelong HBIG as antiviral prophy-
laxis after LT (Table 3). Conversely, no significant associations
were found between HBV-R and other factors such as age,
MELD, MELD-Na, or Child-Pugh scores, HBV DNA positivity or
HBV DNA levels >−2,000 IU/ml at the time of LT, use of anti-
HBc-positive donors, or HDV coinfection (Table 3).

All patients with HBV-R showed only mild-to-moderate
alanine aminotransferase (ALT) elevation (<3x the upper limit
of normal [ULN]), with no impact on hepatic synthesis or sur-
vival. Only two patients required hospital admission, primarily
for diagnostic purposes. Five patients with HBV-R were also
HDV coinfected, but none experienced HDV recurrence af-
ter LT.

No differences in overall patient and graft survival were
found between patients with HBV-R and those without, p =
0.783 and p = 0.771, respectively (Fig. 2A,B).

Patients transplanted with HCC

Pre-transplant characteristics

Patients who underwent LT with HCC, who accounted for 733/
1,205 cases (60.8%), were predominantly male (85.5%), with a
median age of 58.61 [54–63] years. HDV coinfection was
observed in 37.5% cases. At the time of LT, the median MELD
and MELD-Na scores were 128–18 and 13,9–20 respectively.
Most patients were classified with Child-Pugh class A (49.5%)
cirrhosis. Among this cohort, HBV DNA was detectable in
20.6% of patients, but only 7.3% had HBV DNA >−2,000 IU/ml.
Most patients (93.5%) received antiviral therapy before LT,
primarily with ETV (59%) and TDF (29.2%). Median alpha-
fetoprotein (AFP) level at the time of LT was 19.3 [4.55–59]
ng/ml. Median number of viable nodules in the explanted livers
was 2.1–3 Grade 3 (G3) nodules were found in 23.6% of pa-
tients; microvascular invasion was present in 19.8% of
cases (Table 1).

HBV prophylaxis and immunosuppressive therapy after LT

Almost all patients with HCC (99.7%) received antiviral pro-
phylaxis after LT. Data regarding the specific type of antiviral
prophylaxis were available for 719/733 patients (98.1%). Man-
agement of HBV prophylaxis was comparable to that used in
patients without HCC. The most common approach involved
lifelong administration of HBIG in combination with NUCs,
which was employed in 84.3% of cases. Some patients
received HBIG only at transplant (4.3%) and some underwent
the withdrawal of HBIG after an initial period with the continu-
ation of lifelong NUCs (6.4%). The median time between LT and
HBIG withdrawal was 4 (1–34.5) months. A smaller percentage
of patients (4.7%) received NUCs alone, and a few were
managed with HBIG alone (0.3%). ETV was the most frequently
025. vol. 7 j 101278 3



Table 1. Baseline characteristics of patients.

Non-HCC patients
(n = 472) n (%), median (IQR)

HCC patients (n = 733)
n (%), median (IQR)

Gender, male 298 (63.1) 627 (85.5)
Age 53 (45–59.17) 58.61 (54–63)
Detectable HBV DNA 153 (32.4) 151 (20.6)

ˇ

HBV DNA >−2,000 IU/ml 55 (35.9) 11 (7.3)
HDV coinfection 249 (52.8) 275 (37.5)
Additional aetiologies
Alcohol 45 (9.5) 60 (8.2)
MASLD 10 (2.1) 20 (2.7)
HCV 47 (9.9) 78 (10.6)

Child-Pugh stage
A 21 (4.4) 363 (49.5)
B 195 (41.3) 234 (31.9)
C 240 (50.8) 128 (17.5)

MELD score 20 (16–29) 12 (8–18)
MELD-Na score 22 (18–30) 13 (9–20)
Indications for LT
Decompensated cirrhosis 378 (80.1)
ACLF 30 (6.4)
ALF 60 (12.7)

AFP (ng/ml) 19.3 (4.55–59)
Use of antivirals before LT, yes 409 (86.7) 685 (93.5)
LAM 39 (8.3) 55 (8)
TDF 106 (22.5) 201 (29.2)
ETV 247 (52.3) 404 (59)
TAF 6 (1.3) 9 (1.3)
Others 9 (1.9) 12 (1.7)

Use of anti-HBc positive donors 62 (13.1) 125 (17.1)
Downstaging treatments, yes 423 (57.7)
Liver resection 33 (7.8)
RFA 73 (17.3)
TACE 122 (28.8)
MW 10 (2.4)
Combination 131 (31)

Bridging treatments, yes 276 (37.7)
Liver resection 9 (3.3)
RFA 56 (20.3)
TACE 131 (47.5)
Sorafenib 3 (1.1)
MW 5 (1.8)
Combination 45 (16.3)

Explant pathology
Number of viable nodules 2 (1–3)
Diameter of the largest viable nodule, mm 25 (16–35)
Microvascular Invasion, yes 145 (19.8)
Grading, G3 173 (23.6)

HBV prophylaxis after LT, yes 465 (99.8)* 728 (99.7)**
NUCs + HBIG lifelong 382 (83.2) 606 (84.3)
NUCs + HBIG withdrawal 35 (7.6) 46 (6.4)
NUCs + HBIG at transplant 22 (4.8) 31 (4.3)
NUCs alone 17 (3.7) 34 (4.7)
HBIG alone 3 (0.7) 2 (0.3)

Type of NUCs for HBV prophylaxis after LT
LAM 44 (9.3) 59 (8)
TDF 122 (25.8) 191 (26.1)
ETV 273 (57.8) 432 (58.9)
TAF 15 (3.2) 25 (3.4)
Other 4 (0.8) 2 (0.3)

Type of prophylaxis after LT
LAM alone 2 (0.4) 0
LAM + HBIG 41 (8.7) 58 (7.9)
hbNUCs alone 13 (2.8) 34 (4.7)
hbNUCs + HBIG 396 (83.9) 611 (83.4)

Type of HBIG for HBV prophylaxis after LT
Intravenous 34 (8.9) 43 (5.9)
Intramuscular 195 (51.2) 285 (38.9)
Subcutaneous 152 (39.9) 270 (36.8)

(continued on next page)
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Table 1. (continued)

Non-HCC patients
(n = 472) n (%), median (IQR)

HCC patients (n = 733)
n (%), median (IQR)

Type of immunosuppressive therapy
CNIs 231 (50.8) 351 (47.9)
mTORi 25 (5.5) 47 (6.4)
combination therapy 199 (43.7) 317 (43.2)

Episodes of rejection
Acute 55 (11.7) 49 (6.7)
Chronic 15 (3.2) 10 (1.4)

Qualitative variables are shown as number and percentages and quantitative variables as median values and IQR reported with 25th and 75th percentile values in parenthesis.
ACLF, acute-on-chronic liver failure; AFP, alpha-fetoprotein; ALF, acute liver failure; CNIs, calcineurin inhibitors; ETV, entecavir; HBIG, hepatitis B immunoglobulins; LAM, lam-
ivudine; LT, liver transplantation; MASLD, metabolic dysfunction-associated steatotic liver disease; MELD, model for end-stage liver disease; mTORi, mammalian target of rapa-
mycin inhibitors; MW, microwave ablation; NUCs, nucleos(t)ide analogues; RFA, radiofrequency ablation; TACE, trans-arterial catheter embolization; TAF, tenofovir alafenamide;
TDF, tenofovir disoproxil.
*Data available in 466 patients, type of antiviral prophylaxis available in 459 patients.
**Data available in 727 patients, type of NUCs for prophylaxis available in 719 patients. Qualitative variables are shown as number and percentages and quantitative variables as
median values and IQR reported with 25th and 75th percentile values in parenthesis.

ˇ

In HBV DNA-positive patients, median level of HBV DNA was 70 (24–3458) IU/L.

Research article
used NUC (58.9%), followed by TDF (26.1%), LAM (8%), and
TAF (3.4%). A smaller group of patients (0.3%) received ade-
fovir or a combination of NUCs. Regarding the mode of
administration for HBIG, 38.8% and 36.8% of patients received
intramuscular and subcutaneous injections, respectively. A
smaller proportion (5.9%) received intravenous HBIG. Types of
immunosuppressive therapy were comparable to those used in
patients without HCC.

Post-transplant survival and HBV recurrence

Overall patient and graft survival after LT were 94% and 93.3%
at 1 year, and 83.5% and 83.1% at 5 years, respectively (Figs
S5 and S6). The median follow-up time after LT was 55
[27–93] months.

Rate of HBV-R was 3.1%, with a median time of 5.51–13

months after LT (Fig. S7). Data on the type of HBV-R were
available for 22 out of 23 patients. HBV-R was defined by
HBsAg alone in 47.8% of patients, HBsAg and HBV DNA in
39.1% of patients, and HBV DNA alone in 8.7% of patients. In
detail, nine patients experienced both HBsAg and HBV DNA
recurrence (five were treated with lifelong HBIG and NUCs, one
with a finite course of HBIG and indefinite NUCs and two with
NUCs alone from transplantation). Of the patients with available
data (8 out of 9), two cleared HBsAg after 0.5 and 3 months
from HBV-R, while four cleared HBV DNA (two after 1 month
and two after 6 months). Eleven patients had only HBsAg
recurrence (nine received a combination of lifelong HBIG and
NUCs, one was initially treated with HBIG but later continued
with NUCs alone, and one received NUCs alone from trans-
plantation). Five of them, all receiving lifelong HBIG, achieved
HBsAg negativization after a median of 6 [3–6.75] months
following HBV-R. Finally, two patients, both on lifelong com-
bination of HBIG and NUCs, exhibited only HBV DNA recur-
rence and remained so thereafter.

Patients with HCC with HBV-R had significantly higher fre-
quency of microvascular invasion (47.8% vs. 18.7%, p = 0.007),
and a number >−3 of viable nodules (60.9% vs. 22.5%, p <0.001)
at explant pathology, and they less frequently received HBIG
for post-transplant prophylaxis (82.6% vs. 92.7%, p = 0.042)
compared to patients without HBV-R (Table 2).

Notably, patients who received lifelong HBIG in combination
with NUCs exhibited relatively lower rates of HBV-R compared
JHEP Reports, --- 2
to those in whom HBIG was withdrawn, those who received
HBIG only at transplant and those who received NUCs alone
(2.8% vs. 4.3% vs. 0% vs. 9.1%, respectively) (Fig. 1). No dif-
ferences in terms of HBV-R rates were observed between pa-
tients treated with lamivudine and high-barrier NUCs (2/57
[3.5%] vs. 20/638 [3.1%], p = 0.877). We did not observe any
differences between patients treated with different prophylactic
regimens in terms of age, HBV DNA detectability or levels
exceeding 2,000 IU/ml at transplantation, and donor anti-HBc
status. Additionally, tumor characteristics such as the number
and diameter of nodules, grading, TNM score, or microvascular
invasion did not influence the selection of antiviral prophylaxis.
As with the non-HCC cohort, HDV-coinfected patients had the
same rate of HBV-R as HBV-monoinfected patients. However,
similarly to the non-HCC cohort, they were more likely to
receive lifelong treatment with a combination of HBIG and
NUCs (89.6% vs. 81%, p = 0.003).

At univariate analysis, microvascular invasion and >−3 viable
nodules at explant pathology were the only factors associated
with HBV-R (Table 4), whereas no association was found be-
tween HBV-R and age, MELD, MELD-Na, Child-Pugh scores,
HBV DNA positivity or HBV DNA levels >−2,000 IU/ml at the time
of LT, use of anti-HBc positive donors, HDV coinfection, or
other characteristics at explant pathology, e.g. diameter of the
largest nodule >−30 mm, TNM (3 vs. 1 and 2), and grading (3 vs.
1 and 2) (Table 4). Both >−3 viable nodules and microvascular
invasion were independently associated with HBV-R at multi-
variate analysis (Table 4).

Only two patients required hospital admission, mainly to
investigate the cause of elevated ALT levels. One patient, who
experienced concomitant HDV recurrence, had ALT levels
exceeding 10x ULN. Five patients showed mild-to-moderate
elevations (maximum ALT 5x ULN), while 14 patients had no
liver test abnormalities. None of the patients experienced any
impact on liver synthesis. Among the 10 patients with HDV
coinfection, only three had HDV recurrence, with HDV RNA
levels of 2,120, 5,180 and 19,000 copies/ml. Only one patient,
as stated above, required hospital admission and none of them
affect graft or patient survival. Ten patients died after HBV-R,
mostly owing to concomitant HCC-R (8/10).

Both patient and graft survival were significantly lower in
patients with HCC with HBV-R compared to those without, p
<0.001 and p = 0.002, respectively (Fig. 3A,B).
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Table 2. Characteristics of patients with HBV-R vs. those without HBV-R.

Variables

Patients without HCC Patients with HCC

HBV-R (n = 10) No HBV-R (n = 462) p values HBV-R (n = 23) No HBV-R (n = 710) p values

Gender, M 9 (90) 280 (60.6) 0.076 22 (95.7) 790 (9.9) 0.166
Age 48 (31.5–56.02) 53 (45–60) 0.186 57 (53.81–64) 59 (54–63) 0.741
Indication for LT 0.661
Decompensated cirrhosis 9 (90) 359 (77.7)
ACLF 0 (0) 29 (6.3)
ALF 1 (10) 58 (12.6)

HDV coinfection 5 (50) 235 (50.9) 0.683 10 (43.5) 257 (36.2) 0.397
MELD 23.5 (18–30.5) 20 (16–28.25) 0.404 10 (9–17) 12 (9–18) 0.443
MELD-Na 19 (18–29.75) 22 (18–30) 0.681 10 (9–17) 13 (9–20) 0.283
Child-Pugh C vs. A and B 7 (70) 229 (49.6) 0.137 5 (21.7) 120 (16.9) 0.606
HBV DNA detectable at LT 5 (50) 143 (31) 0.204 6 (26.1) 140 (19.7) 0.513
HBV DNA >−2,000 at LT 1 (10) 52 (11.3) 0.280 1 (4.3) 10 (1.4) 0.205
Type of antiviral therapy before LT 0.876 0.577
LAM 0 (0) 39 (8.4) 1 (4.3) 52 (7.3)
TDF 3 (33.3) 98 (21.2) 10 (43.5) 187 (26.3)
ETV 6 (66.7) 235 (50.9) 11 (47.8) 383 (53.9)
TAF 0 (0) 6 (1.3) 0 (0) 9 (1.3)
Other 0 (0) 9 (1.9) 0 (0) 12 (1.7)

Use of anti-HBc positive donor 3 (33.3) 57 (12.3) 0.089 3 (13) 122 (17.2) 0.518
Type of post-transplant prophylaxis 0.047 0.251
NUCs + HBIG long-life 5 (50) 372 (80.5) 17 (74) 581 (81.8)
NUCs + HBIG withdrawal 3 (30) 32 (6.9) 2 (8.7) 44 (6.2)
NUCs + HBIG at transplant 1 (10) 21 (4.5) 0 (0) 31 (4.4)
NUCs alone 1 (10) 16 (3.5) 3 (13) 30 (4.2)
HBIG alone - 3 (0.6) 0 (0) 2 (0.3)

High-barrier vs. low-barrier NUCs 0.430 0.117
LAM alone 0 2 (0.4) 0 (0) 0 (0)
LAM + HBIG 0 41 (8.9) 2 (8.6) 55 (7.7)
High-barrier NUCs alone 1 (10) 12 (2.6) 3 (13) 29 (4.1)
High-barrier NUCs + HBIG 9 (90) 382 (82.7) 17 (74) 588 (82.8)

Use of LAM for the post-transplant prophylaxis 0 (0) 44 (9.5) 0.292 2 (8.7) 55 (7.7) 0.877
Type of immunosuppresive therapy 0.139 0.638
CNIs 2 (20) 228 (49.3) 13 (56.5) 337 (47.5)
mTOR inhibitors 1 (10) 24 (5.2) 2 (8.6) 44 (6.2)
Mixed 7 (70) 189 (40.9) 8 (34.8) 305 (43)

Use of lifelong HBIG for antiviral prophylaxis 5 (50) 375 (81.2) 0.004 17 (74) 583 (82.1) 0.341
Use of lifelong/long-term HBIG for antiviral prophylaxis 8 (80) 407 (88.1) 0.193 19 (82.6) 627 (88) 0.442
Use of HBIG (lifelong/long-term/at transplant) 9 (90) 429 (92.6) 0.291 19 (82.6) 659 (92.7) 0.042
Microvascular invasion 11 (47.8) 133 (18.7) 0.007
TNM 3 vs. TNM 1/2 2 (8.7) 31 (4.4) 0.481
Grading G3 vs. G1/G2 8 (34.8) 162 (22.8) 0.749
Number of viable nodules >−3 14 (60.9) 160 (22.5) <0.001
Diameter of viable nodule >−30 mm 12 (52.2) 207 (29.2) 0.095
Downstaging treatment, yes 15 (65.2) 397 (55.9) 0.558
Bridging treatment, yes 10 (43.5) 260 (36.6) 0.681

Qualitative variables are shown as number and percentages and quantitative variables as median values and IQR reported with 25th and 75th percentile values in parenthesis. Chi-
square test for the comparison of qualitative variables, Student’s t test for quantitative parametric variables and ANOVA analyses when more than two groups were compared.
Differences were considered statistically significant when the p value was <−0.05.
ACLF, acute-on-chronic liver failure; ALF, acute liver failure; CNIs, calcineurin inhibitors; ETV, entecavir; HBIG, hepatitis B immunoglobulin; HBV-R, hepatitis B recurrence; LAM,
lamivudine; LT, liver transplantation; MELD, model for end-stage liver disease; mTORi, mammalian target of rapamycin inhibitors; NUCs, nucleos(t)ide analogues; TAF, tenofovir
alafenamide; TDF, tenofovir disoproxil.

HBV and HCC recurrence after liver transplantation
HCC recurrence

HCC-R occurred in 10.8% (79/733) of patients. Median time
from LT was 18 [10.9–30] months. Twelve LT recipients expe-
rienced both HBV- and HCC-R: in 58.3%, HBV-R was docu-
mented before HCC-R. The rate of HBV-R was significantly
higher in patients with HCC-R than in those without HCC-R
(15.2% vs. 1.9%; p <0.001). Patients with HCC-R exhibited
higher levels of AFP at LT, and more frequently had a diameter
of the largest viable nodule >−30 mm, a higher frequency of G3
nodules, a more advanced TNM stage, and a higher micro-
vascular invasion rate at explant pathology. Additionally, they
were less frequently treated with lifelong HBIG and had a higher
JHEP Reports, --- 2
rate of HBV-R after LT, in comparison to patients without HCC-
R (Table S1).

Univariate analysis showed that Child-Pugh C, microvas-
cular invasion, diameter of the largest viable nodule >−30 mm,
grading G3, TNM 3, and HBV-R were associated with HCC-R
(Table 5), whereas other variables, such as age, sex, MELD/
MELD-Na score, HBV DNA detectable or >−2,000 IU/ml at the
time of LT, HDV coinfection, AFP, downstaging and bridging
treatment, anti-HBc-positive donors, and number of viable
nodules at explant pathology were not associated with HCC-R
(Table 5). At the multivariate analysis, Child-Pugh C, micro-
vascular invasion, diameter of the largest viable nodule >−30 mm
025. vol. 7 j 101278 6
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Fig. 1. Risk of HBV recurrence after LT according to the type of antiviral
prophylaxis after LT in patients without and with HCC. HBIG, hepatitis B im-
munoglobulins; HCC, hepatocellular carcinoma; NUCs, nuclos(t)ide analogues.

Table 3. Univariate analysis for HBV recurrence in patients transplanted witho

Covariates

Male gender 0.1
Age 0.9
HDV coinfection 1.2
MELD 1.0
MELD-Na 0.9
Child-Pugh C vs A/B 3.1
HBV DNA detectable at LT 2.0
HBV DNA >−2,000 IU/ml 0.3
Anti-HBc-positive donor 3.2
Use of lifelong HBIG for post-transplant prophylaxis 0.1

Level of significance: p <0.05.
ACLF, acute-on-chronic liver failure; HBIG, hepatitis B immunoglobulins; LT, liver transplan
for end-stage liver disease.
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Research article
and HBV-R remained independently associated with HCC-R
(Table 5). HCC-R was associated with a significantly reduced
survival after LT, with a 5-year survival rate of 32.5% compared
to 92.4% for patients without HCC-R (p <0.001) (Fig. S8). Fifty-
seven patients died after HCC-R, the vast majority for HCC-
related causes (53/57).
Discussion
There is an ongoing debate on the optimal prophylactic strat-
egy to prevent HBV-R after LT, especially in patients trans-
planted for HCC.6,7,22 Antiviral prophylaxis with the
combination of HBIG and high-barrier NUCs is currently
considered the gold standard.6 However, high costs, limited
availability, patient compliance, and the need for parenteral
administration of HBIG have led to the implementation of
alternative strategies.

Fung et al.23 showed that ETV monotherapy is effective in
preventing HBV-R after LT. Recently, Rodríguez-Tajes et al.24

analyzed real-life data from 173 HDV-coinfected recipients
who underwent HBIG withdrawal after LT. Despite HBIG being
ut HCC. Linear regression analysis.

OR 95% CI p value

86 0.023-1.484 0.112
61 0.911-1.014 0.147
98 0.370-4.553 0.683
28 0.956-1.106 0.459
83 0.897-1.076 0.706
33 0.644-15.253 0.157
91 0.596-7.338 0.250
13 0.034-2.881 0.305
02 0.779-13.163 0.107
84 0.052-0.653 0.009

tation; MASLD, metabolic dysfunction-associated steatotic liver disease; MELD, model
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Table 4. Univariate and multivariate analyses for HBV recurrence in patients transplanted with HCC. Linear regression analysis.

Covariates

Univariate analysis Multivariate analysis

OR 95% CI p values OR 95% CI p values

Male gender 0.266 0.035-1.992 0.197
Age 1.003 0.953-1.056 0.900
HDV coinfection 0.682 0.280-1.661 0.399
MELD 0.974 0.913-1.040 0.435
MELD-Na 0.971 0.912-1.033 0.351
Child-Pugh C vs. A/B 1.303 0.475-3.579 0.607
HBV DNA detectable at LT 1.371 0.531-3.543 0.514
HBV DNA >−2,000 IU/ml 4.400 0.366-52.962 0.243
AFP 0.999 0.995-1.002 0.470
Grading G3 vs. G1/2 at explant 1.159 0.471-2.853 0.749
TNM 3 vs. TNM 1/2 at explant 1.705 0.380-7.651 0.486
Diameter of largest viable nodule at explant, >−30 mm 2.087 0.864-5.040 0.102
Anti-HBc-positive donor 0.668 0.195-2.293 0.521
Use of LAM for antiviral prophylaxis 0.890 0.230-3.908 0.877
Use of lifelong HBIG for post-transplant prophylaxis 0.612 0.221-1.696 0.345
Number of viable nodules at explant, >−3 4.627 1.905-11.238 <0.001 5.071 1.867-13.775 0.001
Microvascular invasion at explant 3.253 1.318-8.027 0.010 2.320 0.911-5.904 0.078

Level of significance: p <0.05.
AFP, alpha-fetoprotein; HBIG, hepatitis B immunoglobulins; LAM, lamivudine; LT, liver transplantation; MELD, model for end-stage liver disease; OR, odds ratio.

HBV and HCC recurrence after liver transplantation
withdrawn in 60% of patients, at a median follow-up of 7.8
years after LT, only 7% of patients had detectable HBV DNA,
and less than 1.7% experienced HDV recurrence.

Although NUC monotherapy appears promising in prevent-
ing clinically significant HBV-R, it may not entirely prevent graft
reinfection,25 which may be implicated in HCC-R after LT.18

Moreover, the proliferation of residual, circulating HCC cells
with integrated HBV DNA may predispose recipients to both
HBV-R and HCC-R.26 Hence, it could be that patients with
HCC should be preferably treated with the combination of
lifelong HBIG and NUCs to prevent the establishment of
cccDNA (covalently closed circular DNA) in the graft, though
tissue cccDNA has been documented in post-LT HBsAg-
negative recipients receiving combined HBV prophylaxis.25

However, some studies suggested that the use of HBIG
might be associated with a lower risk of HCC-R after LT.27,28

Recognizing the lack of a clear consensus on this important
topic, the "Permanent Transplant Commission" of the Italian
HBV recurrenceNo HBV recurrence
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Association for the Study of the Liver (AISF) initiated this study
to investigate the current practices for preventing HBV-R after
LT in Italy and assessing the impact of HBV and HCC-R af-
ter LT.

We found that approximately all recipients received HBV
prophylaxis, mostly with the lifelong combination of HBIG and
NUCs (83.9%). Hence, the recent proposal to consider HBIG
withdrawal in clinically stable patients after LT22 has not been
translated into clinical practice in Italy yet. Interestingly, we
found that HBIG-free regimens were more frequently used in
the Southern regions (p <0.001), thus indicating that hetero-
geneity among transplant centers within the same coun-
try exists.

With this prophylaxis, in patients transplanted without HCC,
the overall, cumulative rate of HBV-R was low (2.1%). Lifelong
HBIG with NUCs was associated with a lower risk of HBV-R
than HBIG withdrawal, HBIG only at transplant, and NUCs
alone. Use of lifelong HBIG was the only factor associated with
HBV recurrence-censoredNo HBV recurrence-censored
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Table 5. Univariate and multivariate analyses for HCC recurrence. Linear regression analysis.

Covariates

Univariate analysis Multivariate analysis

OR 95% CI p values OR 95% CI p values

Male gender 0.546 0.243-1.227 0.143
Age 1.017 0.986-1.048 0.288
MELD 1.006 0.974-1.040 0.719
MELD-Na 1.008 0.975-1.042 0.646
aFP 1 1-1 0.998
HBV DNA detectable at LT 0.865 0.469-1.598 0.644
HBV DNA >−2,000 IU/ml 1.296 0.140-12.030 0.819
Downstaging treatment 1.033 0.616-1.733 0.901
Bridging treatment 1.185 0.731-1.921 0.490
Anti-HBc donor 0.558 0.269-1.158 0.117
Number of viable nodules at explant, >−3 1.356 0.815-2.256 0.242
Use of lifelong HBIG for post-transplant prophylaxis 0.637 0.355-1.141 0.130
TNM 3 vs. TNM 1/2 at explant 3.347 1.497-7.483 0.003
Grading G3 vs. G1/G2 at explant 2.550 1.490-4.365 <0.001
HDV coinfection 1.598 0.941-2.714 0.083 1.362 0.707-2.625 0.356
Child-Pugh C vs. A/B 2.287 1.068-5.334 0.034 3.519 1.305-9.484 0.013
Microvascular invasion 4.129 2.409-7.078 <0.001 3.088 1.692-5.634 <0.001
Diameter of largest viable nodule at explant, >−30 mm 2.397 1.443-3.983 <0.001 1.998 1.092-3.656 0.025
HBV recurrence 9.085 3.858-21.395 <0.001 10.329 3.665-29.110 <0.001

HBIG, hepatitis B immunoglobulins; MELD, model for end-stage liver disease; OR, odds ratio.

Research article
a lower risk of HBV-R during follow-up at univariate analysis.
Therefore, we could not perform a multivariate model, also
because the total number of events was low. It is worth noting,
however, that the development of HBV-R was not associated
with reduced survival (5-year survival 91.4% vs. 89.9%).

Notably, in patients transplanted without HCC, the rate of
HBV-R was numerically lower in those treated with HBIG only
at the time of transplantation than in those in whom HBIG was
withdrawn during post-transplant follow-up (4.5% vs. 8.9%,
respectively). The same trend was observed in patients trans-
planted with HCC with a recurrence rate of 0% and 4.3%,
respectively, in the two groups. These differences seem not
biologically plausible and should not be interpreted as evidence
indicating a lower risk of HBV-R in patients receiving HBIG only
at transplantation. Instead, they might be related to the retro-
spective design that – together with the low number of events –

limits meaningful comparisons between subgroups.
The rate of HBV-R in patients transplanted with HCC was

also low (3.1%). Development of HBV-R, however, was the
strongest, independent predictor of HCC-R after adjusting for
liver disease severity and HCC-related characteristics reflecting
tumor behavior and aggressiveness (odds ratio 10.329). Our
data confirm previous results from comparatively smaller series
from Asia wherein HBV relapse was linked to HCC-R.29,30 Since
HCC-R was associated with a significant reduction in patient
survival (34.2% vs. 92.4% at 5 years in patients with vs. without
HCC-R), strategies to prevent HBV-R in patients transplanted
with HCC seem advisable once a direct pathogenic effect is
demonstrated. Interestingly, in our cohort, the combination of
lifelong HBIG and NUCs emerged as the strategy associated
with the lowest risk of HBV-R after LT, in comparison to HBIG
for a finite period or NUCs alone (2.8% vs. 6.5% vs. 9.1%,
respectively). However, the association between HBV-R and
HCC-R should not be interpreted as evidence of direct cau-
sality. Other authors have suggested that HBV-R may simply
be an epiphenomenon of HCC-R,31 without implying a patho-
physiological role. Moreover, the clinical significance of HBV
JHEP Reports, --- 2
reappearance after LT, in the absence active replication, has
yet to be determined.

In patients transplanted for HCC, the rate of HBV-R was
significantly higher in those who experienced HCC-R
compared to those who did not (15.2% vs. 1.9%; p <0.001).
Among the 12 patients who experienced both HBV-R and
HCC-R, the HBV-R was documented prior to HCC-R in 58.3%
of the cases, thus leading to the hypothesis that in some re-
cipients the reactivation of HBV may play a role in the recur-
rence of HCC. However, it should be highlighted that an expert
consensus22 hypothesizes that HBV-R occurring within 6
months before or after HCC-R may simply reflect an epiphe-
nomenon of HCC-R, rather than a true causative factor. Addi-
tionally, HCC-R implies that neoplastic cells likely spread
beyond the liver removed during transplantation. While these
cancerous cells may remain undetectable until radiological
evidence appears, they could still produce viral particles and be
responsible for earlier HBV.26 Further prospective studies are
still required to better characterize the complex relationship
between HBV and HCC in the setting of LT.26 Awaiting these
studies, patients transplanted for HCC should be considered a
relatively higher risk group in which the decision to simplify
prophylaxis should be taken with caution, considering time
from transplantation, clinical conditions, viral-related factors,
and HCC phenotype.32

We found a significant number of patients with positive HBV
DNA at the time of transplantation. This finding extends previous
results regarding LT for HBV-related disease in Europe.8 In the
ELTR (European Liver Transplant Registry) study,8 among pa-
tients transplanted for decompensated cirrhosis, the percentage
of patients transplanted with positive HBV DNA increased from
19.8% (between 1988-1995) to 49% (between 2006-2010). The
same trend was observed in patients transplanted for HCC (from
18% to 42.6%). These trends reflect the increasing efficacy and
availability of HBV antiviral therapies after transplantation. In the
current Italian experience including patients from 2010, �32% of
patients without HCC and �21% of patients with HCC had
025. vol. 7 j 101278 9



HBV and HCC recurrence after liver transplantation
positive HBV DNA at transplantation. On the one hand, these
lower percentages, compared with the last period (2006-2010)
included in the ELTR study,8 indirectly indicatemore effective and
widespreadHBV treatmentwith high-barrier NUCsprior to LT. On
the other hand, they highlight the importance of a proactive,
aggressive treatment of HBV. Another potential factor that could
explain the presence of patients with positive HBV DNA is the
inclusion of those with HBV-related ALF (i.e., difficult to treat). In
fact, in our non-HCC cohort, excluding patients transplanted for
ALF, the percentage of viremic patients decreases from 32% to
25%,while the proportionof thosewith levels exceeding 2,000 IU/
ml drops from 36% to 18.6%.

In our study, 43.5% of HBsAg-positive transplant recipients
were HDV coinfected. This elevated proportion of HDV coinfec-
tion in HBV-transplanted patients, compared with lower rate of
HDV in the non-transplant HBsAg-positive population,2–4 might
be explained by the limited and ineffective therapeutic options to
treat HDV infection. The recent introduction of bulevirtide may
change, at least partly, this scenario.33Wecould not retrievedata
on the HDV RNA at the time of transplantation, thus limiting
definitive conclusions. Based on our preliminary data, it seems
that HDV infection is not associated with the risk of HBV and
HCC-R after LT, thus suggesting that HDV status may not be
useful to stratify individual patient’s risk. However, prospective
data are required to confirm our results and provide further in-
sights regarding the clinical impact of HDV in the LT setting.

This study is subject to several, significant limitations.
Firstly, the retrospective design is associated with multiple
potential biases and confounding factors. This includes non-
standardized follow-up, potential differences in the HBIG titra-
tion between centers, lack of substantial virological data, such
as HDV RNA or quantitative HBsAg, at the time of trans-
plantation, lack of data regarding the reasons for prescription of
LAM vs. high-barrier NUCs pre-transplantation, and lack of
data regarding the resistance profile to LAM. Most patients
received lifelong HBIG, thus limiting meaningful comparison
with other groups. However, this is the current picture of LT for
HBV-related liver disease in a nationwide study from Italy.
Therefore, we had to accept these results when performing the
analyses. Furthermore, we could not collect robust data on
non-liver-related comorbidities, which may affect morbidity and
JHEP Reports, --- 20
mortality after transplantation.34 Secondly, despite this being a
nationwide study thoroughly collecting clinical, laboratory, and
explant data from 20 liver transplant centers over 12 years,
HBV-R was rare. The multicentric nature also introduces the
possibility of data heterogeneity across different centers, as
also suggested by the different uses of HBV prophylaxis.
Furthermore, data regarding donor-recipient matching were not
available from all centers. However, no differences were
observed in the allocation of anti-HBc-positive grafts between
patients with detectable and undetectable HBV DNA at the time
of LT and among those patients, between those with HBV DNA
below or above >2,000 IU/ml. Additionally, in the univariate
analysis, receiving an anti-HBc-positive graft was not associ-
ated with HBV-R in either patients with or without HCC, and
among the latter, it was not associated with HCC-R. Finally,
numerous changes have occurred in the landscape of LT,
including improvement in patient assessment criteria for wait-
ing list inclusion, changing of the epidemiological trends, ad-
vances in transplant techniques and post-transplant
management.35 These factors may have influenced our re-
sults and should be considered when interpreting our findings.
Yet, this study represents the first comprehensive, multicenter
study thoroughly describing liver transplant outcomes for HBV-
related liver disease in Italy, which was never analyzed before.

However, due to the retrospective nature of the study and
the fact that most of our patients were receiving HBIG post-
transplant, our findings should not be interpreted as evidence
supporting the indiscriminate use of long-term HBIG after LT
for HBV-related liver disease. Prospective trials will ultimately
tell us whether our historical data and clinical management are
still valid or need to be refined.

In conclusion, our multicenter study shows that, in Italy, the
combination of lifelong HBIG and NUCs remains the most used
strategy for preventing HBV-R after LT. HBIG withdrawal was
associated with a 4% increase of HBV-R without any impact on
graft survival. However, in patients transplanted with HCC,
HBV-R was associated with HCC-R, independently of HCC-
related factors. Further studies are required to clarify the rela-
tionship between HBV and HCC-R in the setting of LT, creating
potential opportunities for a more individualized management
of antiviral prophylaxis after LT.
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