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Abstract

AIM: In the inflammatory state, intercellular adhesion
molecule-1 (ICAM-1) and vascular cellular adhesion
molecule-1 (VCAM-1) play a key role in promoting migration
of immunological cells from the circulation to target site.
Aim of our study was to investigate soluble forms of these
molecules in patients with virus-related chronic liver
diseases, to assess their behavior in different pathologies
and correlation with severity of liver damage.

METHODS: Circulating ICAM-1 and VCAM-1 were
assayed by EIA commercial kits (R&D System Co.,
Abington, UK) in 23 patients with chronic active hepatitis
(CH), 50 subjects affected by liver cirrhosis (LC) and
15 healthy controls comparable for sex and age. In
patients, serum alanine aminotransferase (ALT) and
aspartate aminotransferase (AST) were also detected
by autoanalyzer.

RESULTS: LC patients had significantly higher ICAM-1
values than CH patients (38.56+7.4 ng/mL v520.89+6.42
ng/mL; P<0.001) and these ones had significantly higher
values than controls (12.92+1.08 ng/mL; P<0.001). In
CH group, ICAM-1 levels were significantly related to
inflammatory activity (P= 0.041) and ALT values (r= 0.77;
P<0.05). VCAM-1 values were significantly increased only
in LC patients (P<0.001) and related to severity of liver
impairment.

CONCLUSION: These findings suggest that the
determination of serum ICAM-1 can be considered as an
additional useful marker of hepatocellular necrosis and
inflammatory activity in chronic hepatitis, while serum
VCAM-1 is an indicator of liver fibrogenesis and severity
of disease in cirrhosis.
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INTRODUCTION

During inflammation, cytokines enhance the presentation
on cell endothelial surface of adhesion molecules, which
interact with corresponding leukocyte receptors and
promote their adhesion and migration from the circulation
to target sitel'l.

Intercellular adhesion molecule-1 ICAM-1) and vascular
cellular adhesion molecule-1 (VCAM-1), are single-chain
membrane-bound glycoproteins, belonging to the
immunoglobulin supergene family. They are expressed on
endothelial and other cells and play a crucial role in the
trans-migration of inflammatory cells®?.

Cellular expression is associated to the release of soluble
forms (sICAM-1 and sVCAM-1) which are detectable in
the peripheral blood™?.

Although the biological function of these soluble
forms are not clearly established yet, their increased
serum concentration reflects cellular overexpression in
inflammatory statel.

In patients with inflammatory diseases of the liver,
increased sSICAM-1 and sVCAM-1 values have been reported
but their clinical usefulness is still controversiall!,

Aim of the study was to investigate circulating ICAM-1
and VCAM-1 in patients affected by virus-related liver
diseases, namely chronic active hepatitis (CH) and liver
cirrhosis (LC), compared to healthy control subjects, to verify
whether there are differences between these two molecules
and to evaluate a possible correlation with severity of liver
damage as clinically and histologically assessed.

MATERIALS AND METHODS

We examined three groups of subjects: 23 neodiagnosed
and untreated patients with CH, 50 patients with LC and
15 control subjects.
All groups were comparable for sex and age.
Diagnosis, in patients, was based on clinical (medical
history, physical examination), instrumental (ultrasonography,
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endoscopy) and laboratory (liver function tests) data. In all
patients with chronic hepatitis and in 24 cirrhotic subjects,
diagnosis was confirmed by liver biopsy (in the remaining
cirrhotic subjects the procedure was not necessary, as
diagnosis was clinically evident).

Patients with evidence of other chronic or acute infective
processes (altered white blood cells count, temperature,
urinary tract infection, spontaneous bacterial peritonitis,
airway infections) were excluded as well as those with
suspected hepatocellular carcinoma (on the basis of
ultrasonography, alpha-fetoprotein and carcinoembryonic
antigen levels performed during the screening).

In 6 out of 23 CH patients, the etiological agent was
HBYV while in the remaining 17 hepatitis C virus (HCV).
Of the 50 LC subjects, 19 were infected by HBV, and 31
by HCV.

All sections from liver biopsies were examined by a
histopathologist who was unaware of the clinical details.
With regard to histological findings, all patients with chronic
hepatitis had none or mild fibrosis (staging score 0-1);
according to grading score, they were classified into two
groups: (a) 12 subjects with minimal or mild inflammatory
activity (score 1-8); (b) 11 subjects with moderate or severe
inflammatory activity (score 9-18).

As liver biopsy was not performed in all cirrhotics, we
could not grade severity of histological picture in this group.
For this reason we chose the Child-Pugh’s classification!"?
to state the seriousness of liver impairment.

Twenty-three cirrhotic patients were in class B and 27
belonged to class C.

Informed consent was obtained for the whole study seties
and the study confirmed to Helsinki Declaration.

A blood sample was withdrawn, fasting in the morning,
from all subjects. Sample was centrifugated and plasma was
stored at -20 “C until determination.

Circulating ICAM-1 and VCAM-1 were assayed by
EIA commercial kit (R&D System Co., Abington, UK),
according to procedures described by the manufacturer and
concentrations expressed as nanogram per milliliter. The
sensitivity of sVCAM-1 assay was less than 2.0 ng/mlL..
Intra- and inter-assay variability averaged 4.3% and 8.5%,
respectively. For sSICAM-1 assay, the sensitivity was
<0.35 ng/ml.. Intra- and inter-assay variability averaged
4.0% and 7.0%, respectively.
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Figure 1 Mean sICAM-1 values in controls, patients affected by chronic
hepatitis (CH) and cirrhotic subjects (LC).

In patients, alanine aminotransferase (ALT) and
aspartate aminotransferase (AST) were also detected by
autoanalyzer.

Analysis of variance and Kruskall-Wallis test were used
to compare mean®SD between various groups. Relationship
between continuous variables was investigated by correlation
test. Statistical significance was set at P<(0.05.

RESULTS

Mean+SD. ICAM-1 was 12.92+1.08 ng/mL in controls,
20.89%6.42 ng/ml. in CAH patients and 38.56+7.4 ng/mlL.
in LC patients.

MeantSD. VCAM-1 was 15.96+4.02 ng/mlL. in controls,
17.96%8.43 ng/ml. in CH patients and 42.29%5.76 ng/mL
in LC patients, respectively.

MeantSD. AST was 73.919 U/L in CH patients and
62.748.5 U/L in L.C subjects.

ALT values averaged 84+12 U/L in CH subjects and
58+7.2 U/L in cirthotic patients.

Statistical analysis showed that L.C patients had significantly
higher ICAM-1 values than CH patients (P<0.001) and these
ones had significantly higher values (P<0.001) than controls
(Figure 1). Among CH patients, a significant difference in
serum was found between ICAM-1 with score 1-8 and those
with score 9-18 (18.1£4.9 ng/mL »s 23.5£6.9 ng/ml,
respectively; P = 0.041).

VCAM-1 values were significantly higher in LC patients
than in CH subjects (P<0.001) and controls (P = 0.000).
There was no significant difference (P>0.05) in VCAM-1
values between controls and CH patients and among
these ones with regard to grading score (17.41£8.3 ng/mlL.
vs 18.13+8.2 ng/ml,; P>0.05).

With regard to Child—Pugh classification, in cirrhotic
patients there was no difference in ICAM-1 levels (P>0.05)
between class B (37.7+6.1 ng/mL) and class C (40.2+4.3
ng/ml) subjects; circulating VCAM-1 was significantly
higher (P = 0.005) in class C (43.614.1 ng/mL) than in
class B (40.5£3.1 ng/ml) patients.

Cortrelation test showed a significant relationship (»= 0.77;
P<0.001) between ICAM-1 and ALT values in CH patients
(Figure 2). No significant correlation was found between
ICAM-1 and AST values in CH patients, as well as between
VCAM-1 concentration and ALT and AST values both in
CH and in LC patients.
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Figure 2 Relationship between ALT and sICAM-1 values in patients with
chronic hepatitis.
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Main characteristics and findings of our investigated
patients are summarized in Table 1.

Table 1 Main characteristics and results of our investigated subjects

Controls, n=15 CH patients,n =23 LC patients, n =50

Mean age+SD 57.4+4.1yr 58.245.1 yr 61.1+8.3 yr
Males 8 13 29
Females 7 10 21
ALT (mean%SD) 84+12U/L 58+72U/L
AST (mean%SD) 739+9U/L 672+485U/L
ICAM-1 12.9241.08 ng/mL  20.89+6.42 ng/mL 38.56+7.4 ng/mL
(mean#SD) (score 1-8) 18.1+4.9  Child B 37.7+6.1
(score 9-18) 23.546.9 Child C40.2+4.3
VCAM-1 15.96+4.02ng/mL  17.96+843 ng/mL 42.29+5.76 ng/mL
(mean#SD) (score 1-8) 17.41+8.3  Child B 40.5+3.1
(score 9-18) 18.13+8.2 Child C 43.6+4.1
DISCUSSION

Increased serum ICAM-1 and VCAM-1 have been
previously described in patients with liver diseases, but such
increase does not seem to be able to distinguish among
various etiologies and its clinical significance is still
controversial.

Some authors reported that circulating levels of these
molecules are related to degree of inflammatory activity
and to histological score, suggesting a putative role in
monitoting the follow-up*'. Others have declared that
their measurement adds little to the information provided
by traditional biochemistry!.

Recently, it has been reported that treatment with
alpha-interferon, in chronic hepatitis, is capable to decrease
circulating ICAM-1 in responder but not in non-responder
patients, while VCAM-1 does not differentiate between these
two groups'H1617,

Our results show that, in patients affected by chronic
hepatitis, serum ICAM-1 is increased and mean values in
subjects with moderate or severe inflammation (score 9-18)
are significantly higher (P<0.05) than in those with minimal
or mild inflammation (score 1-8).

Conversely, in this group, serum VCAM-1 was similar
to controls and no difference was observed with regard to
inflammatory activity.

Moreover, we found a significant positive correlation
between ICAM-1 and ALT values.

Then, our findings appear in agreement with literature
data and suggest that ICAM-1, but not VCAM-1, can be
considered, in subjects with chronic hepatitis, a useful marker
to assess severity of inflammation and hepatocellular
necrosis.

Nevertheless, the relationship between ICAM-1 and
ALT values does not implicate a direct involvement of this
adhesion molecule in physiopathology of hepatocellular
damage but it could only reflect the activation of undergoing
immunological mechanisms.

Elevated serum VCAM-1 in chronic hepatitis have been
repotrted by some authors!"*'™, but we found enhanced
levels only in cirrhosis, when fibrosis progresses to an
irreversible state.

This discordance is likely due to the selection of patients.

Notably, our CH patients had none or mild fibrosis
(staging score 0-1). Therefore, we cannot exclude that
subjects with chronic hepatitis and more severe fibrosis have
increased sVCAM-1.

On the other hand, in cirrhotic patients, both circulating
ICAM-1 and VCAM-1 were higher than in CH patients
and controls. However, in this group, neither ICAM-1 nor
VCAM-1 values correlated to AST and ALT levels.

In advanced phases of evolving liver diseases, the
formation of fibrous tissue, stimulated by chronic inflammation,
can be predominant on cellular necrosis, leading to structural
alterations of hepatic architecture and development of
cirrhosis.

In fact, our cirrhotic patients had lower transaminases
values than subjects affected by chronic hepatitis.

In these conditions, increased ICAM-1 likely reflects
the persistence of inflammation rather than severity of
cellular necrosis. This could explain the lack of correlation
between serum ICAM-1 and transaminases values in citrhotic
patients.

Interestingly, in our experience, no overlapping resulted
in VCAM-1 values between LC and CH patients because
the lowest value in LC group was greater than highest
value in CH group (Figure 3). Furthermore, mean serum
ICAM-1 was similar in classes B and C cirrhotic subjects
while in the last ones mean VCAM-1 value was higher
than in class B patents (43.614.1 ng/mL o5 40.5%3.1 ng/ml;
P =10.005).
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Figure 3 Scatter plot of sSVCAM-1 values in controls, chronic hepatitis and liver
cirrhosis.

Therefore, cirrhotic subjects with disease in a more
advanced phase, belonging to Child-Pugh class C, had a
greater VCAM-1 increase.

These findings, altogether considered, suggest the
association of VCAM-1 levels to amount of liver fibrosis
rather than to severity of inflammation and cellular necrosis.

However, the pathogenic link between VCAM-1 and
liver fibrosis remains unclear.

In the liver, the formation of fibrous tissue depends
upon the balance between matrix synthesis and its removal.
Extra-cellular matrix production and degradation is a
complex process involving cells, cytokines and proteinases.
The interaction between membrane receptors of stellate
cells (also called Ito cells) and proteins, included in the
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extra-cellular matrix, is modulated by adhesion molecules.
Such interaction determines its effects through cytoplasmic
signaling pathways which can influence collagen synthesis
and metalloprotease activity, resulting in a raised production
and/or a reduced removal of hepatic connective tissue.

Thus, a role in this process can be supposed even though,
to date, the expression of VCAM-1 on stellate cell surface
has not been demonstrated.

Alternatively, enhanced VCAM-1 values could be the
consequence of persistent activation of vascular endothelial
cells which are able to produce connective tissue growth
factor, a highly profibrogenic molecule involved in several
fibrotic disorders, including those of the liver!"”).

Activated endothelial cells may also contribute, by
expressing de nopo integrins in the space of Disse, to the
formation of a pathological basement membrane in the
capillarized sinusoids of cirrhotic liver®".

Even though further investigations are required, from a
clinical overview, the setial determination of serum VCAM-1
could be useful to weigh intensity of fibrogenesis and to
identify the switch from prevalence of necro-inflammation
to prevalence of sclerofibrotic processes, marked by an
accentuated increase of values.

In conclusion, our results confirm that, in patients with
chronic virus hepatitis, serum ICAM-1 is increased and
related to severity of necro-inflaimmation as assessed by
biochemistry and histological score. In cirrhotic patients,
ICAM-1 is also augmented but it is not related to
transaminase values. Circulating VCAM-1 is increased in
cirthosis and appears related to seriousness of liver impairment.

These findings suggest that serum ICAM-1 is an
additional useful marker of cytonecrotic activity in chronic
hepatitis. Serum VCAM-1 could be instead considered as a
noninvasive indicator of liver fibrosis and severity of disease
in cirrhosis.
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