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Abstract
Objectives  Serum increase of nitrogenous compounds (NC) in cirrhotic patients has been associated with the development 
of hepatic encephalopathy (HE). However, the relation between NC in saliva and HE is unclear. The objective of this study is 
to measure the levels of nitric oxide and urea in the blood and saliva in 38 cirrhotic patients and correlate them with clinical 
characteristics and presence and grades of HE.
Material and methods  Automated enzymatic colourimetric assays were performed to determine the levels of NC. Diagnosis 
and severity of HE were determined based on the West Haven criteria and by using the inhibitory control test.
Results  HE was diagnosed in 89.47% of the patients, with the majority (60.50%) presenting covert HE. With regard to the 
measurement of NC, although nitric oxide is moderately correlated with its amount in blood and saliva (r = 0.630; P < 0.001), 
only salivary levels were associated with the presence of ascites and ecchymosis (P = 0.013 and P = 0.030, respectively). In 
patients with HE, the serum levels of urea were higher (P = 0.013) than those in patients without HE or minimal HE.
Conclusions  Nitrogenous compounds in the saliva were correlated with neither the presence nor grades of HE, whereas in 
the blood, only urea was positively correlated with the severity and presence of HE.
Clinical relevance  Saliva is an excellent fluid for diagnosing several diseases, but it does not seem to be able to collaborate 
with the identification of HE.
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Introduction

Cirrhotic patients have several complications and comor‑
bidities, which can be systemic or local, interfering with the 
clinical management of these individuals at different degrees 
[1–5].

Hepatic encephalopathy (HE) is a complication resulting 
from acute or chronic liver failure or portosystemic shunt, 
which expresses itself through neurological and psychiat‑
ric alterations. This cognitive disorder is extremely com‑
mon among cirrhotic patients, being graduated according 
to the severity of its neuropsychological manifestations and 
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eventually causing coma in the most severe cases [6]. HE 
is one of the clinical complications of liver cirrhosis being 
directly influenced by changes in the serum levels of nitrog‑
enous compounds [7].

The severity of cognitive alterations in cirrhotic patients 
varies depending on the presence and severity of HE. It is 
important that the diagnosis of this complication should be 
made in the early stages, since patients may already have 
memory lapses and this may indicate a risk factor for more 
severe cases [8].

Different nitrogenous compounds participating in the pro‑
cess of HE are increased in cirrhotic patients. For example, 
ammonia (NH3) is highly concentrated not only in the blood 
due to complications involving its detoxification [9, 10], but 
also in the brain, furthering cerebral oedema and astrocyte 
swelling [10–12]. On the other hand, the nitric oxide (NO), a 
potent vasodilator that acts on other cirrhosis complications 
(e.g. portal hypertension, ecchymosis, portosystemic col‑
lateral formation and gastrointestinal bleeding), also can act 
during HE by increasing the permeability of the blood–brain 
barrier in cases of cerebral oedema [7, 13, 14].

The relationship between serum NH3 levels and the pres‑
ence and severity of HE has been extensively studied [11]. 
On the other hand, although the increase in serum concen‑
tration of others nitrogenous compounds is correlated with 
the presence of HE, its relationship with different grades 
of complication is still controversial in the literature [15]. 
These nitrogenous compounds, which are well-known to be 
changed in the blood of HE patients, could be studied in the 
saliva as previous studies demonstrated that this fluid can 
be as adequate as blood for the detection and diagnosis of 
systemic alterations [16–18].

The objective of this study is to measure the levels of NO 
and urea in the blood and saliva of cirrhotic patients and 
correlate them with cirrhosis complications, particularly the 
presence and grades of HE by assessing whether saliva can 
be used as an indicator of such correlation.

Materials and methods

Study design and ethics

This cross-sectional study was approved by the Research 
Ethics Committee of the University of São Paulo School 
of Dentistry according to Declaration of Helsinki (protocol 
number 1730927) and conducted according to the Strengthen‑
ing the Reporting of Observational studies in Epidemiology 
(STROBE) recommendations for observational studies. All 
the participants read, understood, accepted and signed a writ‑
ten informed consent form prior to their inclusion in the study.

Case selection

Inclusion criteria

The study group consisted of consecutive cirrhotic adult 
patients who were in the liver transplant waiting list. 
All patients were recruited at the Special Care Dentistry 
Center of University of São Paulo Dental School, from 
August 2016 to August 2018.

Exclusion criteria

Patients to be submitted to re-transplantation or multiple 
transplantation as well as those presenting neurological or 
cognitive changes making it difficult to evaluate the HE 
were excluded.

Sample calculation

Only the levels of nitrogenous compounds in saliva and 
blood from patients with systemic impairment were con‑
sidered for sample calculation [19], in which the average 
of compounds was determined to assess the minimum 
sample size for study. The Power and Sample Size soft‑
ware, version 3.1.2 [20], was used at a significance level 
of 5% and sample power of 90%, which was added by 20% 
in order to minimise possible data loss. The ideal sample 
size was 39 subjects for study.

Clinical and diagnostic data and classification 
of hepatic encephalopathy

HE was classified according to the severity and based 
on the criteria proposed by the International Society 
for Hepatic Encephalopathy and Nitrogen Metabolism 
(ISHEN), in which HE is considered as absent, covert 
and overt. Overt HE was diagnosed and classified accord‑
ing to the West Haven criteria [8], whereas covert HE 
(minimal or subclinical) was diagnosed by using the 
inhibitory control test (ICT), a computed test of attention 
and response inhibition. This test is available on the site 
https://​chron​icliv​erdis​ease.​org/​disea​se_​focus/​ICT/, being 
applied according to Gupta and collaborators (2015) [21].

In the case of the patient showing no positivity for the 
above-described diagnostic methods, then HE was con‑
sidered absent.

Data on demographic characteristics and other com‑
plications of cirrhosis were extracted from the patients’ 
clinical records.
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Collection of saliva and blood samples

All patients were instructed to fast before the collection of 
saliva and blood samples.

For saliva collection, the patients were asked to perform 
no oral hygiene and ingest no food or beverage 60 min 
before the clinical examination. Patients rinse their mouth 
with distilled water for 30 s, and immediately after that, 
the whole saliva produced during 10 min was collected 
into a Falcon tube. At the end of the collection, the saliva 
was transferred into safe-lock Eppendorf tubes (Protein 
LoBind microcentrifuge tubes®, Hamburg, Germany) and 
frozen at − 80 °C until biochemical analysis.

The blood was collected by means of venous puncture, 
stored in a tube containing clot activator and being left at 
rest for 30 min at 4 °C. Immediately after resting, the cen‑
trifugation was done at 4 °C and 3000 rpm for 15 min, and 
the blood serum was stored in safe-lock Eppendorf Protein 
LoBind® microcentrifuge tubes, (Hamburg, Germany) and 
frozen at − 20 °C until biochemical analysis.

Determination of nitrogenous compound 
concentration in saliva and blood

The concentrations of NO and urea were determined by 
means of automated colourimetric enzymatic tests, respec‑
tively, EnzyChrom™ Nitric Oxide Synthase Assay and 
EnzyChrom™ Urea Assay Kit (BioAssay Systems, Hay‑
ward, CA, USA) according to their manufacturers’ recom‑
mendations. The samples were read by using a Stat Fax 
reader, model 2100 (Awareness Technology). All samples 
were tested in duplicate for each assay.

Statistical analysis

The resulting data were analysed by using the BioEstat 
(version 5.3) and Statistical Package for the Social Science 
(SPSS® for Windows, version 22.0, SPSS Inc., Chicago, 
IL, USA). Non-parametric data distribution was verified 
by the Shapiro–Wilk test. Spearman’s correlation test 
was used to assess the correlation between nitrogenous 
compounds in the saliva and those in the blood, includ‑
ing between them and independent variables. Bivariate 
analysis was performed by using Kruskal–Wallis and 
Mann–Whitney tests for comparison of independent vari‑
ables with the concentrations of nitrogenous compounds 
in saliva and blood. The correlation of these variables 
with the presence and severity of HE was also assessed by 
determining the linear association. Values were considered 
statistically significant at P ≤ 0.05.

Results

Thirty-nine patients were consecutively selected, but one 
lost the follow-up visit and was excluded, thus remaining 38. 
The sample consisted of a majority of males (68.4%), with 
mean age of 50.03 years (± 14.06/RANK 20–71) and mean 
MELD score of 18.08. Alcoholism, hepatitis C and crypto‑
genic cirrhosis were the most frequent aetiologies (31.6%, 
21.1% and 15.8%, respectively).

The complications of cirrhosis in patients were portal 
hypertension (100%), hypersplenism (97.4%), portosystemic 
collaterals (92.1%), splenomegaly (84.2%), ascites (52.5%) 
and upper gastrointestinal bleeding (55.3%). Patients also 
presented fatigue (65.8%), oedema (63.2%), jaundice 
(57.9%) and ecchymosis (31.6%).

Based on the ISHEN classification, we found that the 
majority of the patients had covert HE (60.5%), followed by 
those with overt HE (29%), and only four patients (10.5%) 
had no clinical or psychometric sign of HE (Table 1).

Although more than half of the cirrhotic patients (n = 21; 
55.26%) used some medication for HE (i.e. lactulose or 
L-ornithine-L-aspartate), almost all of them presented some 
degree of HE (n = 20; 95.23%) at the moment of clinical 
evaluation (Table 2).

The correlation between HE severity (i.e. absence of HE, 
minimal HE and West Haven HE) and other clinical compli‑
cations resulting from cirrhosis showed that the more severe 
the HE, the higher the proportion of patients with porto‑
systemic collaterals and ascites (P = 0.017 and P = 0.040, 
respectively). The mean MELD scores were statistically 
higher in patients with overt HE compared to those with 
covert HE (P = 0.021). The mean values for nitrogenous 
compounds in blood and saliva were assessed, including 
standard deviation and minimum and maximum values, all 
of which are shown in Table 3.

Spearman’s correlation test comparing the blood and 
saliva indicated a moderate positive correlation only for 

Table 1   Classification of hepatic encephalopathy according to 
ISHEN criteria

† Diagnosed with inhibitory control test. ‡Diagnosed according to 
West Haven criteria

Severity of hepatic encephalopathy n (%)

No encephalopathy 04 (10.5)
Covert hepatic encephalopathy 23 (60.5)

  Minimal hepatic encephalopathy † 13 (34.2)
  Grade 1 encephalopathy ‡ 10 (26.3)
  Overt hepatic encephalopathy 11 (29.0)
  Grade 2 encephalopathy ‡ 08 (21.1)
  Grade 3 encephalopathy ‡ 03 (7.9)
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NO (rs = 0.630, P < 0.001), whereas urea had no correla‑
tions (rs = 0.270, P = 0.101).

Nitrogenous compounds in blood and saliva were cor‑
related with cirrhosis complications. It was observed that 
the mean values of salivary NO were statistically higher 
in patients who presented with ascites and ecchymosis 
compared to those who did not (P = 0.013 and P = 0.030, 

respectively). The mean value of urea concentration in the 
blood was statistically higher in patients with some degree 
of HE (West Haven) compared to those without HE or to 
those with minimal HE (P = 0.006) and compared to only 
those with minimal HE (P = 0.024) (Table 4).

Discussion

HE is one of the major complications of cirrhosis, and the 
manifestations of this condition are unspecific, and the diag‑
nosis is clinical and subjective. Identifying an exam that 
can help in the diagnosis, particularly in the early stages 
(e.g. minimal or covert), would be an important contribu‑
tion. Although the prevalence of HE varies depending on its 
cause, severity and definition, it is assumed that the overall 
prevalences of overt and covert HE range, respectively, from 
16 to 21% and from 20 to 80% [22, 23].

In the present study, 89.5% of the patients presented HE, 
and the great majority of them (60.5%) had covert HE. The 
severity of HE was found to be directly related to a major 
systemic impairment (i.e. presence of ascites and porto‑
systemic collaterals) and higher risk of mortality within 
3 months (MELD).

But the main objective of the study was to verify whether 
NC levels (particularly in saliva) can be correlated with 
grades of HE and whether saliva can be used as an indicator 
of such a correlation. Among the nitrogenous compounds, 
only serum levels of urea could be correlated with the sever‑
ity of HE. Patients with overt HE had higher serum levels of 
urea than those who had covert HE or no HE. Maybe this is 
an important correlation. Cirrhosis deeply affects the urea 
cycle in the body, firstly by making the transformation of 
NH3 into urea unfeasible, which causes high accumulation 
of the former in the body [24].

Table 2   Use of medications for hepatic encephalopathy depending on 
severity

* Linear association test

Variables Use of medications for 
hepatic encephalopathy

P

No
n (%)

Yes
n (%)

Encephalopathy grades 0.266*
  No encephalopathy 03 (75.0) 01 (25.0)
  Minimal encephalopathy 06 (46.2) 07 (53.8)

Encephalopathy according to West Haven criteria
  Grade 1 encephalopathy 04 (40.0) 06 (60.0)
  Grade 2 encephalopathy 03 (37.5) 05 (62.5)
  Grade 3 encephalopathy 01 (33.3) 02 (66.7)

Table 3   Quantification of nitrogenous compounds in the blood and 
saliva (n = 38)

µ, mean; ± , standard deviation. Reference values: urea 16–40 mg/dL; 
nitric oxide 10.3 to 66.8 μmol/L

Nitric oxide in saliva (U/L), µ 
( ±)

20.06 ± 10.20/RANK 5.55–41.04

Nitric oxide in blood (U/L), µ 
( ±)

6.44 ± 2.10/RANK 4.35–15.27

Urea in saliva (mg/dL), µ ( ±) 34.72 ± 13.02/RANK 16.12–85.15
Urea in blood (mg/dL), µ ( ±) 50.71 ± 12.93/RANK 30.93–99.09

Table 4   Correlation between mean value of laboratory tests and hepatic encephalopathy

* Mann–Whitney test

Variables Nitric oxide in saliva 
(U/L)

Nitric oxide in blood 
(U/L)

Urea in saliva (mg/dL) Urea in blood (mg/dL)

No encephalopathy and minimal 
encephalopathy

19.24 ± 8.84 6.13 ± 1.08 32.69 ± 7.17 44.44 ± 8.35

West Haven 20.72 ± 11.36 6.69 ± 2.66 36.36 ± 16.31 55.69 ± 13.97
P* 0.954 0.931 0.639 0.006
Minimal encephalopathy 20.40 ± 9.82 6.08 ± 1.04 30.77 ± 5.47 46.14 ± 7.57
West Haven 20.72 ± 11.36 6.69 ± 2.66 36.36 ± 16.31 55.69 ± 13.97
P* 0.972 0.986 0.362 0.024
Covert hepatic encephalopathy 20.88 ± 9.31 6.81 ± 2.50 33.62 ± 12.42 48.90 ± 8.26
Overt hepatic encephalopathy 20.00 ± 13.51 5.72 ± 1.03 35.49 ± 15.84 58.60 ± 17.67
P* 0.496 0.122 0.854 0.146
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Urea begins to accumulate in the patient’s body because 
the renal perfusion may be compromised as a result of sys‑
temic and splanchnic arterial vasodilation and consecutive 
reduction in the effective circulating blood volume [25]. 
The serum levels of urea in our patients ranged from 30.93 
to 99.09 mg/dL, with a mean value of 50.71 mg/dL (refer‑
ence values, 16–40 mg/dL). It is possible that the high lev‑
els of urea in patients who already had high levels of NH3 
accounted for the cognitive changes observed in our study, 
thus suggesting a correlation between serum levels of urea 
and HE. However, the current study design does not allow us 
to draw this conclusion, and further studies should be carried 
out to test this hypothesis.

On the other hand, there were 21 patients taking medica‑
tions for HE treatment, and one of the medications used by 
them was L-ornithine-L-aspartate, which increases blood 
urea levels [26]. Thus, the use of LOLA can contribute to the 
association between HE severity and blood urea.

Another unexpected finding was the lack of correlation 
between serum and salivary urea concentrations; just NO 
shows some correlations between these two fluids. This is 
probably due to the transport of NO from the blood to the 
saliva. However, salivary NO is also locally produced by 
bacteria, and this increases its concentration up to 10 times 
than that in the blood, which explains the threefold higher 
levels in the saliva of our patients [27, 28].

We believe that the present study has some limitations. 
The cross-sectional design is one of them. Maybe a longitu‑
dinal study might allow us to understand how the excretion 
of these compounds work in the saliva and thus to suggest 
the best time for collection. Other possible reasons for not 
finding positive results were the sample characteristics. 
Almost all patients had some degree of HE, and any corre‑
lation would be more evident if there were a higher number 
of non-HE patients in the study. However, we calculated the 
ideal sample size, and perhaps one could find some statisti‑
cal difference by increasing the sample number.

The nitrogenous compounds in the saliva were not found 
to be correlated with the presence or grades of HE in the pre‑
sent study. Only urea in the blood was positively correlated 
with presence and severity of HE.
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