1' frontiers
in Immunology

ORIGINAL RESEARCH
published: 19 March 2019
doi: 10.3389/fimmu.2019.00476

OPEN ACCESS

Edited by:
Rudolf Lucas,
Augusta University, United States

Reviewed by:

Saren Moller,

University of Copenhagen, Denmark
Jasmohan Singh Bajaj,

Virginia Commonwealth University,
United States

*Correspondence:
Jonel Trebicka
jonel.trebicka@efclif.com

Specialty section:

This article was submitted to
Inflammation,

a section of the journal
Frontiers in Immunology

Received: 15 November 2018
Accepted: 21 February 2019
Published: 19 March 2019

Citation:

Trebicka J, Amoros A, Pitarch C, Titos
E, Alcaraz-Quiles J, Schierwagen R,
Deulofeu C, Fernandez-Gomez J,
Piano S, Caraceni P, Oettl K, Sola E,
Laleman W, McNaughtan J,
Mookerjee RR, Coenraad MJ, Welzel
T, Steib C, Garcia R, Gustot T,
Rodriguez Gandia MA, Banares R,
Albillos A, Zeuzem S, Vargas V, Saliba
F, Nevens F, Alessandria C, de
Gottardi A, Zoller H, Ginés R,
Sauerbruch T, Gerbes A, Stauber RE,
Bernardi M, Angeli F Pavesi M,
Moreau R, Claria J, Jalan R and
Arroyo V (2019) Addressing Profiles of
Systemic Inflammation Across the
Different Clinical Phenotypes of
Acutely Decompensated Cirrhosis.
Front. Immunol. 10:476.

doi: 10.3389/fimmu.2019.00476

Check for
updates

Addressing Profiles of Systemic
Inflammation Across the Different
Clinical Phenotypes of Acutely
Decompensated Cirrhosis

Jonel Trebicka">3%5*, Alex Amoros’, Carla Pitarch’, Esther Titos®, José Alcaraz-Quiles?®,
Robert Schierwagen?®, Carmen Deulofeu’, Javier Fernandez-Gomez’, Salvatore Piano®,
Paolo Caraceni®, Karl Oett!'°, Elsa Sola’, Wim Laleman ', Jane McNaughtan 2,
Rajeshwar P. Mookerjee 2, Minneke J. Coenraad '?, Tania Welzel®, Christian Steib '*,

Rita Garcia’®, Thierry Gustot'®, Miguel A. Rodriguez Gandia'’, Rafael Bariares ',
Agustin Albillos ', Stefan Zeuzem?, Victor Vargas 8, Faouzi Saliba, Frederic Nevens'’,
Carlo Alessandria?°, Andrea de Gottardi?', Heinz Zoller?, Pere Ginés’,

Tilman Sauerbruch?, Alexander Gerbes ', Rudolf E. Stauber'°, Mauro Bernardi®,

Paolo Angeli®, Marco Pavesi’, Richard Moreau 23242526 Joan Claria"®, Rajiv Jalan' and
Vicente Arroyo’ on behalf of the CANONIC Study Investigators of the EASL-CLIF
Consortium the European Foundation for the Study of Chronic Liver Failure (EF-CLIF)

! European Foundation for the Study of Chronic Liver Failure, Barcelona, Spain, ¢ Department of Internal Medicine I, University
of Bonn, Bonn, Germany, ° Faculty of Health Sciences, University of Southern Denmark, Odense, Denmark, * Department of
Mechanical Biology, Institute for Bioengineering of Catalonia, Barcelona, Spain, ° J.W. Goethe University Hospital, Frankfurt,
Germany, ° Department of Biochemistry and Molecular Genetics, Hospital Clinic, IDIBAPS and CIBERehd, Barcelona, Spain,
” Liver Unit, Hospital Clinic, IDIBAPS and CIBERehd, Barcelona, Spain, ¢ Unit of Internal Medicine and Hepatology,
Department of Medicine, DIMED, University of Padova, Padova, Italy, ° Department of Medical and Surgical Sciences,
University of Bologna, Bologna, Italy, '° Department of Gastroenterology and Hepatology, Medical University of Graz, Graz,
Austria, '" University Hospital Gasthuisberg, KU Leuven, Leuven, Belgium, > Royal Free Hospital, London, United Kingdom,
'S Department of Gastroenterology and Hepatology, Leiden University Medical Center, Leiden, Netherlands, '* Department of
Medicine ll, Liver Center Munich, University Hospital LMU Munich, Munich, Germany, '® Department of Digestive Diseases
and CIBERehd, Facultad de Medicina, Hospital General Universitario Gregorio Marafion, Instituto de Investigacion Sanitaria
Gregorio Mararidn, Universidad Complutense, Madrid, Spain, ® Erasme Hospital, Université Libre de Bruxelles, Brussels,
Belgium, 17 Hospital Ramdn y Cajal, Madrid, Spain, ¢ Vall'd Hebron Hospital, Barcelona, Spain, '° Hopital Paul Brousse,
Université Paris-Sud, Villejuif, France, 2° Division of Gastroenterology and Hepatology, San Giovanni Battista Hospital, Torino,
Italy, 2 Department of Hepatology, Inselspital, Bern, Switzerland, ?* Department of Hepatology and Gastroenterology,
University Clinic Innsbruck, Innsbruck, Austria, % Inserm, U1149, Centre de Recherche sur I'Inflammation (CRI), UMRS1149,
Paris, France, 2 Université Paris Diderot-Paris 7, Département Hospitalo-Universitaire (DHU) UNITY, Paris, France, ?° Service
d’Hépatologie, Hopital Beaujon, Assistance Publique-Hdpitaux de Paris, Paris, France, % Laboratoire d’Excellence Inflamex,
ComUE Sorbonne Paris Cité, Paris, France

Background: Patients with acutely decompensated cirrhosis (AD) may or may not
develop acute-on-chronic liver failure (ACLF). ACLF is characterized by high-grade
systemic inflammation, organ failures (OF) and high short-term mortality. Although
patients with AD cirrhosis exhibit distinct clinical phenotypes at baseline, they have low
short-term mortality, unless ACLF develops during follow-up. Because little is known
about the association of profile of systemic inflammation with clinical phenotypes of
patients with AD cirrhosis, we aimed to investigate a battery of markers of systemic
inflammation in these patients.

Methods: Upon hospital admission baseline plasma levels of 15 markers (cytokines,
chemokines, and oxidized albumin) were measured in 40 healthy controls, 39
compensated cirrhosis, 342 AD cirrhosis, and 161 ACLF. According to EASL-CLIF
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criteria, AD cirrhosis was divided into three distinct clinical phenotypes (AD-1:
Creatinine<1.5, no HE, no OF; AD-2: creatinine 1.5-2, and or HE grade I/ll, no OF;
AD-3: Creatinine<1.5, no HE, non-renal OF).

Results: Most markers were slightly abnormal in compensated cirrhosis, but markedly
increased in AD. Patients with ACLF exhibited the largest number of abnormal markers,
indicating “full-blown” systemic inflammation (all markers). AD-patients exhibited distinct
systemic inflammation profiles across three different clinical phenotypes. In each
phenotype, activation of systemic inflammation was only partial (30% of the markers).
Mortality related to each clinical AD-phenotype was significantly lower than mortality
associated with ACLF (p < 0.0001 by gray test). Among AD-patients baseline systemic
inflammation (especially IL-8, IL-6, IL-1ra, HNA2 independently associated) was more
intense in those who had poor 28-day outcomes (ACLF, death) than those who did not
experience these outcomes.

Conclusions: Although AD-patients exhibit distinct profiles of systemic inflammation
depending on their clinical phenotypes, all these patients have only partial activation
of systemic inflammation. However, those with the most extended baseline systemic

inflammation had the highest the risk of ACLF development and death.

Keywords: acute decompensation, cirrhosis, signature, ACLF, organ failure, organ dysfunction

INTRODUCTION

Natural history of patients with acutely decompensated (AD)
cirrhosis may be complicated by acute-on-chronic liver failure
(ACLF) (1). ACLE which has been intensively investigated
during the recent years, is characterized by the presence of
organ failure(s) (OFs) and high short-term mortality (1-4). The
diagnosis of OFs is based on the CLIF-C OF scoring system which
assesses the deterioration in the function of the six major organ
systems, including liver, kidney, coagulation, brain, circulation,
and respiration (1). ACLF is recognized when patients have either
a single renal failure; moderate renal dysfunction (creatinine
between 1.5 and 1.9 mg/dl) and/or cerebral dysfunction (grade I
and IT hepatic encephalopathy) in combination with any isolated
non-renal OF; or two OFs or more (1). ACLF is also characterized
by the presence of high-grade systemic inflammation. Many
biomarkers of systemic inflammation are elevated in ACLE, and
associated with outcome (5-12).

Abbreviations: ACLE, acute-on-chronic liver failure; AD, acute decompensation;
ADH, antidiuretic hormone; ALT, alanine aminotransferase; BUN, blood urea
nitrogen; BT, bacterial translocation; CHE, cholinesterase; G-CSE, granulocyte-
colony stimulating factor; GM-CSE, granulocyte-macrophage colony-stimulating
factor; HE, hepatic encephalopathy; HNA2, human non-mercaptalbumin-2; HRS,
hepatorenal syndrome; HPLC, high performance liquid chromatography; IL,
interleukin; IL-1ra, IL-1 receptor antagonist; INFy, interferon gamma; INR,
international normalized ratio; IP-10 (CXCL10), 10kDa interferon gamma-
induced protein (C-X-C-motif chemokine 10); MCP-1 (CCL2), monocyte
chemotactic protein 1 (C-C-motif chemokine 2); MELD, model for end-stage liver
disease; MIP-1B, macrophage inflammatory protein 1-beta; NASH, non-alcoholic
steatohepatitis; PBC, primary biliary cirrhosis; SD, standard deviation; SEM,
standard error of the mean; SI, systemic inflammation; TNFa, tumor necrosis
factor alpha.

Unlike patients with ACLE patients with AD have low
short-term mortality (1). AD-patients without ACLF at hospital
admission may present three distinct clinical phenotypes which
do no overlap (1). The first phenotype (hereafter called
AD-1) includes patients without any single OF who have
serum creatinine of <1.5 mg/dL and do not have hepatic
encephalopathy (HE). The second phenotype (AD-2) includes
patients with isolated renal dysfunction and/or HE I or II,
but without any associated single non-renal OF. Finally, the
third phenotype (AD-3) includes patients with a single non-
renal OF without any kidney dysfunction. Although it is known
that some AD-patients without ACLF at hospital admission
can subsequently develop ACLF and die (1), the baseline
profile of systemic inflammation in these patients developing
or not ACLF during short-term follow-up is unknown. Also
the profiles of systemic inflammation across the three distinct
clinical phenotypes have not been investigated. Expanding our
knowledge about the profile of systemic inflammation associated
with each clinical phenotype should deliver not only insights
into the pathogenesis of ACLF, and also provide clinical tools for
stratification of patients and therapy (e.g., anti-TNF, G-CSF).

We hypothesized that each of the three distinct clinical
phenotypes which compose the group of patients with AD
cirrhosis who were free of ACLF may have a distinctive baseline
inflammatory profile. In addition, we wondered whether, among
the patients with AD cirrhosis without ACLE the baseline
inflammatory profile was able to distinguish those who will
develop ACLF during follow-up from who will not, as well as
differentiate those who will die from those who will remain alive.
To address these hypotheses, we investigated a battery of markers
of systemic inflammation in a large cohort of 582 individuals
including healthy controls, patients with compensated cirrhosis
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without prior decompensation, patients with AD who were free
of ACLE and patients with ACLF.

PATIENTS AND METHODS

Patients

In all patients, presence of cirrhosis was diagnosed either by
unequivocal signs in imaging, presence of complications of
portal hypertension or development of AD and/or ACLF. This
study analyzed a total of 582 individuals, of whom 542 were
patients with cirrhosis. Three hundred and forty-two of these
had been enrolled in the CANONIC study and were selected
because they had AD cirrhosis but no ACLF at enrollment
(1). These 342 patients were compared to 39 patients with
compensated cirrhosis who had never presented an episode of
decompensation, and 40 healthy volunteers as negative controls.
Moreover, 161 patients with ACLF (95 ACLF grade 1, 66 patients
with ACLF grade 2) enrolled in the CANONIC study were
selected to serve as positive controls, since those patients have
an extensive elevation of all systemic inflammation markers.
The selection of the CANONIC study patients was based on
the availability of blood samples within the first 2 days after
enrollment from patients under intensive surveillance during
hospitalization (5). All patients gave their written informed
consent. Each center obtained the ethics approval from the local
ethics committee for the CANONIC study (1, 5).

Definition of AD Cirrhosis, OF, and ACLF
AD of cirrhosis was defined according to criteria established by
the CANONIC study (1). Briefly, it includes acute development
of large ascites, hepatic encephalopathy, gastrointestinal
hemorrhage, bacterial infection, or any combination of these (1).

Individual OFs were diagnosed according to the CLIF-C OF
score (1). Liver failure was defined by serum bilirubin of 12 mg/dl
or more, kidney failure by creatinine of 2 mg/dl or more (or renal
replacement therapy), coagulation failure by INR of 2.5 or more.
Circulatory failure was diagnosed when vasopressors were used,
and respiratory failure when the patient received mechanical
ventilation (not due to HE-induced coma) or PaO,/FiO, was 200
or lower. Finally, cerebral failure was defined as HE grade IIT and
IV (1).

As mentioned earlier, three distinct phenotypes characterized
of patients with AD without ACLF at admission, and ACLF
was defined according to criteria established by the CANONIC
study (1).

Data Collection

Healthy controls were recruited among 45-65 year-old medical
and non-medical staff from the Hospital Clinic, while patients
with compensated cirrhosis were recruited from the University
Hospital Bologna, University Hospital Padova and Royal Free
Hospital London and the data at baseline were recorded.
Data from the CANONIC study patients were obtained as
previously described (1, 5). Briefly, data from previous medical
history, physical examination, and laboratory parameters were
recorded at baseline, including etiology, previous episodes of
acute decompensation, potential precipitating events and reason

for hospitalization. Moreover, close 28-day follow-up data were
collected according to the CANONIC protocol (1). Finally,
information on liver transplantation, mortality and causes of
death were obtained on day 28, and at 3 and 6 months and 1 year
after enrollment.

Sample Collection and Analysis

of biomarkers

The baseline blood samples were obtained in Vacutainer EDTA
tubes at the time of enrollment in the study and/or within the first
2 days after enrolment in the study (48 h of hospital admission).
Samples at the last assessment could be obtained in 132 patients.
In all cases, blood was rapidly centrifuged at 4°C and the plasma
frozen at —80°C until analysis.

We measured TNF-q, IL-6, IL-8, MCP-1, IP-10, MIP-18, G-
CSF, GM-CSE, IL-10, IL-1ra, INFy, IL-17A, IL-7, and eotaxin in
25 pl of plasma using a multiplexed bead-based immunoassay
(Milliplex MAP Human Cytokine/Chemokine Magnetic Bead
Panel (Merck Millipore, Darmstadt, Germany) on a Luminex
100 Bioanalyzer (Luminex Corp., Austin, TX). The readouts
were analyzed with the standard version of the Milliplex Analyst
software (Merck Millipore). A five-parameter logistic regression
model was used to create standard curves (pg/mL) and to
calculate the concentration of each sample. Finally, the levels
of irreversibly oxidized albumin (HNA2) were assessed by high
performance liquid chromatography (5) as marker of systemic
oxidative stress. The levels of systemic inflammation markers in
patients with ACLF have been published previously (5).

Statistical Analysis

Plasma levels were above detection limits in most patients.
In healthy subjects and patients with values of cytokines
or any other measurement below the detection limit, the
threshold of detection was assigned as the determined value.
Results are presented as frequencies and percentages for
categorical variables, means and SDs for normally distributed
continuous variables and medians with interquartile range
for not normally distributed continuous variables. Hierarchical
clustering analysis was performed using the GP plot package
from R software. Intensity of inflammation was evaluated
according to the relationship between the set of cytokines
in different combinations stratifying for different groups of
patients. In univariate statistical comparisons, Chi-square test
was used for categorical variables, Students ¢-test or ANOVA
for normal continuous variables and Mann-Whitney U-test
or Kruskal-Wallis test for non-normal continuous variables.
Multiple-testing was corrected by the Bonferroni correction
(corrected p-value for 15 markers 0.05/15 = 0.003). To assess
the strength of the association between each marker and ACLE,
logistic regression models were performed. Factors showing a
clinically and statistically significant association to the outcome
in univariate analyses were selected for the initial model. The
final models were fitted using a stepwise forward method based
on likelihood ratios with the same significance level (p < 0.05)
for entering and dropping variables. The proportional hazards
model for competing risks proposed by Fine and Gray was used
to identify independent predictors of mortality as previously
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described (1). This model was chosen to account for liver
transplantation as an event “competing” with mortality. Variables
with a skewed distribution were log-transformed for statistical
analyses and graphical comparisons. A p- < 0.05 was considered
statistically significant. Analyses were done with SPSS V. 23.0,
SAS V.94, and R V.3.4.2 statistical packages.

RESULTS

General Characteristics of the Patients

This study investigated 15 markers of systemic inflammation
and oxidative stress in 342 AD-patients but without ACLF
at admission. These were compared to the levels measured
in 161 patients admitted to the hospital with ACLF grade
1 or 2, 39 patients with compensated cirrhosis and no
prior decompensation episode, and 40 healthy controls
(Supplementary Tables 1,2). The reason for selecting only
patients with ACLF grade 1 or 2 was to exclude severely diseased
patients who had three OFs or more, since the enormous
elevation of inflammatory markers in these patients may make
difficult the comparison of their profile of systemic inflammation
with that of patients with AD and without ACLF.

Importantly, our patients with compensated cirrhosis had
never experienced any decompensation, despite the fact that
these patients were at risk of developing it. Briefly, these patients
had a mean value of 37.8 kPa (21.4-49.7 kPa) measured by

Fibroscan® (Echosense, France) and median platelet count of
108 x 10°/L (72-159 x 10°/L), surrogates suggesting the presence
of clinical significant portal hypertension (13). Moreover, in
18 (46%) patients, esophageal varices were already diagnosed.
Of note, levels of systemic inflammation markers were only
moderately altered in patients with compensated cirrhosis
compared to healthy controls (Supplementary Table 1),
indicating the absence of significant systemic inflaimmation
in most of these patients. Of note, patients with compensated
cirrhosis were analyzed only in a cross-sectional manner,
precluding any assessment of the development of AD disease in
these patients (Supplementary Table 1).

While the demography was similar, there were
important, but expected between-group differences, with
the most abnormal values being observed in the ACLF
group (Supplementary Table 2).

Markers of Systemic Inflammation
According to the Three Clinical
Phenotypes in AD Patients

The profile of systemic inflammation markers significantly
differed across the three phenotypes of AD without ACLF (AD-
1, AD-2, and AD-3; Figure 1, Table 1 depicting median values).
Interestingly, lower levels of TNF-a (OR, 0.52; 95%-CI, 0.34-
0.79), eotaxin (OR, 0.57; 95% CI, 0.38-0.86) and HNA2 (OR,
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FIGURE 1 | Heat-map highlighting medians of the levels of the different biomarkers of systemic inflammation in patients with acutely decompensated (AD) cirrhosis
(with and without ACLF). The patients with “ACLF-free” AD cirrhosis were stratified into three phenotypes. The first phenotype (AD-1) included patients without any
single OF, who have serum creatinine of <1.5 mg/dL and do not have hepatic encephalopathy. The second phenotype (AD-2) included patients with isolated renal
dysfunction and/or cerebral dysfunction, i.e., without any associated single non-renal, non-cerebral OF. The third phenotype (AD-3) included patients with a single
non-renal OF, without any kidney dysfunction. The magnitude of the levels is color-coded and the clustering for each marker with the rest of the markers is shown to
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0.64; 95% CI, 0.45-0.91) were independently associated with AD-
1, while higher levels of TNF-a (OR, 3.25; 95% CI, 2.00-5.28) and
HNAZ2 (OR, 1.75;95% CI, 1.20-2.55) but lower levels of IL-8 (OR,
0.67; 95% CI, 0.53-0.85) were independently associated with AD-
2 (renal and/or cerebral dysfunction, Supplementary Table 3).

0.40 -
p <0.0001 by Gray test
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FIGURE 2 | Cumulative incidence function assessing survival in patients’
groups analyzed in Figure 1. Mortality was significantly higher in patients with
ACLF than in those without, irrespective of their phenotype, AD-1, AD-2, or
AD-3 (Gray'’s test p < 0.0001). Mortality did not significantly differ between the
three phenotypes AD-1, AD-2, and AD-3. For definitions of these phenotypes,
see Figure 1 legend.

By contrast, higher levels of IL-8 (OR, 2.30; 95% CI, 1.72-
3.06) and lower levels of G-CSF (OR, 0.78; 95% CI, 0.64-0.94)
were independently associated with isolated non-renal OF (AD-
3, Supplementary Table 3). Importantly, all these results were
independent of presence of infection, since we could not find
any association of those markers with the presence of infection
in the respective stratification of the patients, while IL-6 was
independently associated with infection in the entire cohort (OR,
1.36; 95%-CI 1.13-1.65; p = 0.01).

Interestingly, the pattern of elevated markers for patients
in AD-2 and AD-3 were opposite to each other, i.e., markers
that were elevated in AD-2 were lower in AD-3 and vice-versa
(Figure 1). The addition of elevated markers in AD-2 with the
elevated markers in AD-3, recapitulated the profile of systemic
inflammation seen in ACLF (Figure 1).

Importantly, not only the distribution of elevated biomarkers,
but also the quantitative changes in their levels defined their
affiliation to either AD-1, AD-2, or AD-3 (Figure 1, Table 1).
Another interesting finding was that patients with ACLF did not
show the highest levels of the single markers, but the highest
number of elevated markers (Figure 1), suggesting a “full-blown”
systemic inflammation in this group of patients and a rather
attenuated systemic inflammation in the groups of patients
without ACLF.

Another important observation was that despite the
significant differences between the severity and profile of
systemic inflammation markers across the three clinical
phenotypes of “ACLF-free” AD cirrhosis, the cumulative
incidence of death by 90 days, was similar irrespective
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FIGURE 3 | Heat-map showing the median levels of systemic inflammation markers at enroliment of patients with acutely decompensated cirrhosis who were free of
ACLF. For the comparison, patients were divided into two groups according to their outcome (i.e., development of ACLF or not, during 28 days of follow-up). The
magnitude of the levels is color-coded and the clustering for each marker with the rest of the markers is shown to the left of the heat-map.
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of the phenotype (Figure2). In contrast, the “full-blown”
systemic inflammation observed in patients with ACLF was
associated with increased cumulative incidence of death by 90
days (Figure 2).

Predicting ACLF Development Using

Baseline Systemic Inflammation Profiles
Next, we asked whether among AD-patients without ACLF at
admission, the baseline systemic inflammation profile differed
between those who will subsequently develop ACLF relative
to those who will not develop this syndrome. Among the 342
patients with AD at admission, 57 developed ACLF within 28
days after admission. Importantly, baseline levels of systemic
inflammation markers were significantly higher among patients
who subsequently developed ACLF than among those who
remained free of ACLF during the 28-day follow-up (Figure 3,
Table 2). Therefore, in AD-patients without ACLF at admission,
the development of ACLF can be predicted using the baseline
profile of systemic inflammation-related markers.

When observing the magnitude of specific markers among
patients with AD cirrhosis who were free of ACLF on admission,
we saw that higher baseline levels of IL-6 (OR, 1.43; 95% CI,
1.04-1.96; p = 0.03), IL-1ra (OR, 1.46; 95%-CI 1.10-1.93; p
= 0.009) and HNA2 (OR, 2.84; 95%-CI 1.52-5.34; p = 0.001)
were independently associated with development of ACLF within
28 days.

Baseline Profiles Predicting Survival in

Patients With “ACLF-free” AD cirrhosis

Among AD-patients without ACLF at hospital admission
55 died and 28 received a liver transplant. The baseline
levels of several markers were significantly higher in patients
who subsequently died than in those patients who survived
(Supplementary Table 4; Figure 4). In particular, TNF-a, IL-6,
IL-8, IL-10, eotaxin, IL-17A, IL-7, and HNA2 were higher in
patients who died (Supplementary Table 4). Nevertheless, only
IL-8 and HNA2 were independently associated with mortality in
the patients with AD at baseline (Table 3).

DISCUSSION

This study offers a homogeneous classification way in
the heterogeneous population of patients with acutely
decompensated cirrhosis, which is related to ACLF development
and death. Beyond the large sample size, our study provides
novel information by showing that each of the three distinct
clinical phenotypes, which compose the group of patients with
AD cirrhosis who were free of ACLF had a distinctive baseline
inflammatory profile. A second aspect of the novelty in our
results is that, among the patients with AD cirrhosis without
ACLE, the baseline inflammatory profile was able to distinguish
those who will develop ACLF during follow-up from who
will not. Finally, we showed that among the patients with AD
cirrhosis without ACLE the baseline inflammatory profile was
different between those who will die at short-term and those who
will survive.

This novel point of view is demonstrated in four major
findings of the present study discussed in the following. The
first was that inflammatory markers were only slightly altered
in patients with compensated cirrhosis and no prior episode
of decompensation. This finding is surprising and interesting
considering that many of these patients had clinical significant
portal hypertension, as assessed either by the presence of
esophageal varices and/or high liver stiffness and low platelets
(15). By contrast, most inflammatory mediators were markedly
increased in patients admitted to hospital with AD (with
or without ACLF). Indeed, this observation is of importance
since it shows that severe systemic inflammation and acute
decompensation of cirrhosis are concomitant processes, as
proposed in the so-called “Systemic Inflammation Hypothesis”
(16). This novel finding is probably a result of the careful
review of the medical history of the patients included in
the compensated control group, excluding any patients with
compensated cirrhosis who had prior history of AD episodes.
Although it remains unclear which of these processes (acute
decompensation or severe systemic inflammation) occurs first,
it is tempting to assume that systemic inflammation is a
prerequisite for the development of AD cirrhosis. In any case, our
findings suggest that systemic inflammation may serve to classify
the stage of disease in patients with cirrhosis.

The second important observation was that patients with AD
but without ACLF at admission had a very heterogeneous profile
of circulating inflammatory mediators. There were three distinct
clinical phenotypes (AD-1, AD-2, and AD-3) characterizing
those AD patients; each phenotype being associated with
distinct profile of systemic inflammation, irrespective of the
fact that infection was present or not. The patients hospitalized
with AD cirrhosis and neither OF, renal dysfunction nor
cerebral dysfunction (AD-1 phenotype), had very mild systemic
inflammation, while the patients with an isolated non-renal OF
(AD-3 phenotype), and those with isolated renal and/or cerebral
dysfunction (AD-2 phenotype) had a higher number of markedly
increased markers of systemic inflaimmation. Moreover, our
results obtained in patients with “ACLF-free” AD cirrhosis,
suggest a potential explanation for the systemic inflammation
signature of ACLFE, which can be seen as a result of continuum
of activation of systemic inflammation. Indeed, according to
the EASL-CLIF consortium definition, the combination of any
single non-renal, non-cerebral OF with renal and/or cerebral
dysfunction defines ACLF grade 1. While some markers of
inflammation were elevated in patients with AD-3 phenotype,
other markers were elevated in patients with AD-2 phenotype.
As suggested by Figure 1, the profile of systemic inflammation
in ACLF could be seen as merging of the inflammatory profile
of the AD-2 phenotype and that of the AD-3 phenotype. It
could be argued that the division of ACLF-free AD cirrhosis into
three phenotypes was arbitrary, one phenotype (AD-2) being
more severe than the two others. However, several features do
not support this contention. First, the rationale for dividing this
group of patients into three distinct phenotypes was based on
clinical evidence provided by the CANONIC study (1). Second,
the results of the present study now provide a biological support
to this distinction by showing that each clinical phenotype was
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FIGURE 4 | Heat-map showing the median levels of systemic inflammation markers at enroliment of patients with acutely decompensated cirrhosis who were free of
ACLF. For the comparison, patients were divided into two groups according to their outcome (i.e., occurrence of death or not during 90 days of follow-up). The
magnitude of the levels is color-coded and the clustering for each marker with the rest of the markers is shown to the left of the heat-map.
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TABLE 3 | Hazard ratios for death at 90 days in univariate and multivariable analyses of inflammatory mediators assessed at enrolment of 342 patients with acutely

decompensated cirrhosis who were free of ACLF.

Inflammatory mediator Univariate analysis

Multivariate analysis

Hazard ratio 95% IC P-value Hazard ratio 95% IC P-value
Tumor necrosis factor-a 1.650 (1.056-2.578) 0.028 - - -
Interleukin-6 1.389 (1.094-1.764) 0.007 - - -
Interleukin-8 1.521 (1.256-1.842) <0.001 1.608 (1.304-1.982) <0.001
Eotaxin 2.765 (1.392-5.492) 0.004 - - -
Interleukin-17A 1.217 (1.033-1.434) 0.019 - - -
Interleukin-7 1.221 (1.047-1.422) 0.011 - - -
Human non-mercaptaloumin 2 2.116 (1.456-3.074) <0.001 2.237 (1.606-3.323) <0.001

The final models were fitted using a stepwise forward method based on likelihood ratios with the same significance level (p < 0.05) for entering and dropping variables. IC denotes

confidence interval.

associated with a specific inflammatory profile. Third, none of
these inflammatory profiles was as intense as the profile found in
patients with ACLF. It was also interesting that, although marked
differences in systemic inflammation profiles existed between
the three clinical phenotypes of “ACLF-free” AD cirrhosis, there
were no significant differences in survival between these three
phenotypes. Together these findings indicate that the division
into 3 phenotypes was not arbitrary, and more importantly did
not underestimate the severity of one phenotype, in particular
of the AD-2 phenotype. Our data are novel and very important,
indicating that not a maximum level of a specific biomarker, but
rather the extension (number of elevated markers) of systemic
inflammation, such as that observed in ACLE, must be reached to

determine increased mortality. Yet further studies are required to
refine the risk assessment in these phenotypes.

There were, however, some differences in the pattern of
systemic inflammation across the three clinical phenotypes of
“ACLF-free” AD cirrhosis. For example, the presence of an
isolated renal and/or cerebral dysfunction was independently
associated with high TNF-« levels, while an isolated single non-
renal OF was associated with low TNF-a levels. The reasons for
these between-group differences in TNF-a expression are unclear
but may explain some interesting observations of prior studies.
Thus, large-scale trials in severe alcoholic hepatitis showed that
anti-TNF approaches (e.g., pentoxifylline) might not work in
patients with severe disease and liver failure, but had positive
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effects in the presence of renal failure (17, 18). Pentoxifylline has
also been shown to improve outcomes in patients with alcoholic
hepatitis and hepato-renal syndrome (19, 20).

In our study, some markers (i.e., TNF-alpha, HNA2, and IP-
10) were elevated in AD-2 patients and lower in AD-3 patients,
features, which could seem counterintuitive. We have no clear
explanation for these differences, which contribute to the fact
that each clinical phenotype has a specific inflammatory profile.
We can only speculate on the pathophysiological consequences
of differences in some marker levels. For example, TNF-alpha
is known to protect the liver by stimulating liver regeneration
(21). Therefore, increased TNF-alpha levels in AD-2 may be
involved in the absence of liver failure in this group, and,
conversely, low TNF-alpha levels could favor the development
of liver failure in AD-3 patients. Obviously, future studies are
needed. Surprisingly, TNF-alpha and MCP-1 levels were both
lower in patients with compensated cirrhosis than in healthy
subjects. We do not have clear explanations for these differences,
only hypotheses. As mentioned earlier, TNF-alpha is known to
stimulate liver regeneration. Therefore, low TNF-alpha levels in
patients with compensated cirrhosis may reflect an insufficient
TNF-alpha production in the liver, playing a role in subclinical
liver failure in these patients. Regarding MCP-1, one should have
in mind that this chemokine is produced by damaged tissues to
attract monocytes whose function, once migrated, is to restore
tissue homeostasis. Therefore, low MCP-1 levels in compensated
cirrhosis may result in defective tissue homeostasis.

A third highly relevant finding was the observation that
patients with AD cirrhosis who were free of ACLF at
enrollment but subsequently developed ACLF within 28
days, had significantly higher baseline levels of inflammatory
mediators. Moreover, these patients showed a distinct signature
of systemic inflammation, relative to those who did not
develop ACLF. These findings reveal that systemic inflammation
precedes the development of ACLE suggesting a cause-to-
effect relationship. Importantly, in our study, higher IL-6 levels
independently predict ACLF development, a finding which is
consistent with previous results showing that elevated IL-6 levels
were strongly associated with ACLF and its progression (5).
Moreover, higher IL-1ra levels were independently associated
with development of ACLF, which is fully in line with previous
data demonstrating that polymorphisms of IL-1ra predispose
to ACLF (22). Finally, HNA2, a marker for oxidative stress,
was independently associated with ACLF development (5, 23).
This latter finding calls for an important discussion not only
on the pathogenesis of ACLE but also on the prophylactic
treatment since albumin is a potent immune modulator involved
in reducing oxidative stress. In fact, there is strong evidence
that albumin administration during an episode of spontaneous
bacterial peritonitis prevents type I HRS—which represents
a special form of ACLF—and improves survival (24). This
has also recently been confirmed in the ANSWER trial, a
randomized controlled trial in almost 400 patients, showing
that long-term weekly albumin administration reduces the
incidence of organ failure and thereby improves overall survival
in decompensated cirrhotic patients (25). Further studies (e.g.,
PRECIOSA, NCT03451292) are underway.

Finally, in patients with “ACLF-free” AD cirrhosis, the
extension of systemic inflammation at baseline was associated
with 90-day mortality. The independent predictors of death were
higher levels of IL-8 and HNA?2 suggesting that decreasing the
levels of these two inflammation-related markers may be an
objective for future therapies aiming to increase survival in the
group of patients with AD who are at high risk of death. Of note,
among patients with AD at enrollment, those who will die had
lower G-CSF levels than those who will survive. These patients
might benefit from G-CSF therapy as recently shown in patients
with ACLF (26).

Although the present study tested a large number of patients
and a large number of systemic inflammation mediators, it
has its limitations. The concept of this study is to observe
systemic inflammation associated with AD cirrhosis (with and
without ACLF) without taking into account specific events that
could have precipitated the acute decompensation of cirrhosis
(e.g., data about use of anti-inflammatory drugs, although
unlikely since contraindicated in these patients). Moreover,
there might be inter-center heterogeneity in the diagnosis of
portal hypertension, although each liver unit participating in the
CANONIC study had expertise in the diagnosis and treatment
of complications of cirrhosis, therefore limiting the inter-center
heterogeneity. Finally, this study did not aim to elaborate on a
specific score, but rather to offer pathophysiologic insight into the
role of systemic inflammation in patients with AD. Future studies
are needed to further elaborate the specific events in AD cirrhosis.

In conclusion, baseline inflammatory markers exhibit no
or slight abnormalities in compensated cirrhosis, while in
“ACLF-free” AD cirrhosis their profile was heterogeneous, being
markedly elevated in those who developed ACLF during follow
up. Moreover, among patients with AD cirrhosis who were free of
ACLE this study showed a specific baseline profile of circulating
inflammatory mediators in patients who died during follow-up.
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