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associated arginine metabolites in schizophrenia
Angelo Zinellu1, Sara Tommasi2, Ciriaco Carru1,3, Salvatore Sotgia1 and Arduino A. Mangoni 2,4✉

© The Author(s) 2024

There is increasing interest in the pathophysiological role of arginine metabolism in schizophrenia, particularly in relation to the
modulation of the endogenous messenger nitric oxide (NO). The assessment of specific arginine metabolites that, unlike NO, are
stable can provide useful insights into NO regulatory enzymes such as isoform 1 of dimethylarginine dimethylaminohydrolase
(DDAH1) and arginase. We investigated the role of arginine metabolomics in schizophrenia by conducting a systematic review and
meta-analysis of the circulating concentrations of arginine metabolites associated with DDAH1, arginase, and NO synthesis
[arginine, citrulline, asymmetric dimethylarginine (ADMA), symmetric dimethylarginine (SDMA), dimethylamine, and ornithine] in
this patient group. We searched PubMed, Scopus, and Web of Science from inception to the 31st of May 2023 for studies
investigating arginine metabolites in patients with schizophrenia and healthy controls. The JBI Critical Appraisal Checklist for
analytical studies and GRADE were used to assess the risk of bias and the certainty of evidence, respectively (PROSPERO registration
number: CRD42023433000). Twenty-one studies were identified for analysis. There were no significant between-group differences
in arginine, citrulline, and SDMA. By contrast, patients with schizophrenia had significantly higher ADMA (DDAH1 substrate,
standard mean difference, SMD= 1.23, 95% CI 0.86–1.61, p < 0.001; moderate certainty of evidence), dimethylamine (DDAH1
product, SMD= 0.47, 95% CI 0.24–0.70, p < 0.001; very low certainty of evidence), and ornithine concentrations (arginase product,
SMD= 0.32, 95% CI 0.16–0.49, p < 0.001; low certainty of evidence). In subgroup analysis, the pooled SMD for ornithine was
significantly different in studies of untreated, but not treated, patients. Our study suggests that DDAH1 and arginase are
dysregulated in schizophrenia. Further studies are warranted to investigate the expression/activity of these enzymes in the brain of
patients with schizophrenia and the effects of targeted treatments.
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INTRODUCTION
Significant advances have been made over the last 50 years in
identifying the biochemical and metabolic pathways involved in
the onset and the progression of schizophrenia. Specific altera-
tions in schizophrenia affect dopamine, glutamate, and the
cholinergic, serotonergic, and the γ-aminobutyric acid systems
[1, 2]. However, despite the increasing availability of safe and
effective antipsychotic drugs targeting these pathways, a sig-
nificant proportion of patients with schizophrenia are resistant to
treatment. Treatment resistance reduces the quality of life and
imposes a significant financial and public health burden in this
group [3]. The frequent occurrence of treatment resistance also
suggests that the pathophysiology of schizophrenia is not fully
understood, which warrants the identification of novel druggable
targets and therapies [4–6].
In the ongoing quest for druggable targets in schizophrenia,

increasing attention has been given to nitric oxide (NO). This
endogenous messenger is synthetised by the three isoforms of NO
synthase (endothelial, eNOS, neuronal, nNOS, and inducible, iNOS;
Fig. 1) [7–10]. Whilst NO has been initially investigated in the
pathophysiology of atherosclerosis and cardiovascular disease

[11], a significant body of research over the last 30 years has
shown that NO also modulates critical homeostatic processes
within the central nervous system. Such processes include
synaptic activity, neural plasticity, and neuronal survival and
differentiation [12, 13]. In the context of schizophrenia, NO has
been shown to interact with glutamate receptors as well as
dopaminergic and serotonergic pathways [14–16]. Although
uncertainty exists regarding the role of dysregulated NO synthesis
in schizophrenia [17], post-mortem investigations have reported a
reduction in nitrergic neurons, nNOS-containing neurons, and
NOS activity in the brain of schizophrenic patients [18–21].
Furthermore, studies have reported reduced circulating concen-
trations of the NO metabolites nitrite and nitrate in patients with
schizophrenia compared to healthy controls [22, 23]. These studies
support the proposition that measuring circulating NO metabo-
lites can be used as an indicator of NO synthesis in the central
nervous system. However, analytical issues and the potential
influence of dietary factors have curtailed the routine assessment
of nitrite and nitrate in clinical research and patient care [24, 25].
Additional methodological issues associated with the direct

measurement of NO and derived oxidants in biological matrices
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have prompted the search for alternative circulating biomarkers of
NO synthesis [26, 27]. These studies have led to the identification
of specific substrates or products of enzymes involved in the
regulation of NO synthesis, particularly isoform 1 of dimethylargi-
nine dimethylaminohydrolase (DDAH1) and arginase. DDAH1,
unlike isoform 2 (DDAH2), catalyses the conversion of asymmetric
dimethylarginine (ADMA), a potent endogenous inhibitor of the
three NOS isoforms, into citrulline and dimethylamine (Fig. 1)
[28–31]. On the other hand, the two isoforms of arginase, arginase
1 and 2, catalyse the biotransformation of arginine, also a NOS
substrate, into ornithine and urea (Fig. 1) [32]. Notably, both
DDAH1 and arginase are expressed in various organs and systems,
including the brain [28, 32–34]. Therefore, specific arginine
metabolites might be useful in assessing dysregulated NO
synthesis in schizophrenia resulting from diminished DDAH1
activity (i.e., increased ADMA concentrations and reduced citrul-
line and dimethylamine concentrations) and/or increased arginase
activity (i.e., reduced arginine concentrations and increased
ornithine concentrations). We sought to address this issue by
conducting a systematic review and meta-analysis of arginine,
citrulline, ADMA, dimethylamine, ornithine, and symmetric
dimethylarginine (SDMA), another methylated arginine shown to
indirectly inhibit NO synthesis [35], in patients with schizophrenia
and healthy controls.

MATERIALS AND METHODS
Search strategy, eligibility criteria, and study selection
We conducted a systematic literature search in the electronic
databases PubMed, Web of Science, and Scopus, from inception to
the 31st of May 2023, using the following terms and their
combination: “schizophrenia” OR “acute psychotic disorder” OR
“schizoaffective disorder” AND “arginine” OR “asymmetric
dimethylarginine” OR “ADMA” OR “symmetric dimethylarginine”
OR “SDMA” OR “dimethylamine” OR “citrulline” OR “ornithine”.
Individual abstracts were independently screened by two
investigators. If relevant, the two investigators independently
reviewed the full articles. Eligibility criteria included: (i) the
assessment of arginine and/or ADMA and/or SDMA and/or
dimethylamine and/or citrulline and/or ornithine in the plasma
or serum of patients with schizophrenia and healthy controls
(case-control design), (ii) the inclusion of participants ≥18 years,
(iii) the use of English language, and (iv) the availability of full-text.
The references of individual articles were also searched for

additional studies. Any disagreement between the reviewers was
resolved by a third investigator.
The following variables were independently extracted from

each selected article: year of publication, first author, country, and
continent where the study was conducted, sample size, age, sex
distribution, pharmacological treatment for schizophrenia, and
analytical method used.
We used the Joanna Briggs Institute Critical Appraisal

Checklist for analytical studies to assess the risk of bias [36].
Studies addressing ≥75% of checklist items were considered as
having a low risk of bias. We used the Grades of Recommenda-
tion, Assessment, Development and Evaluation (GRADE) Work-
ing Group system to assess the certainty of evidence. GRADE
considers the study design, risk of bias, unexplained hetero-
geneity, indirectness of evidence, imprecision of the results,
effect size (small, moderate, and large for standard mean
differences, SMDs, of <0.5, 0.5–0.8, and >0.8, respectively [37]),
and publication bias [38]. The study complied with the
Preferred Reporting Items for Systematic reviews and Meta-
Analyses (PRISMA) 2020 statement (Supplementary
Tables 1 and 2) [39]. The protocol was registered in the
International Prospective Register of Systematic Reviews
(PROSPERO registration number: CRD42023433000).

Statistical analysis
Standardized mean differences (SMDs) and 95% confidence intervals
(CIs) were used to generate forest plots of continuous data and to
assess differences in serum concentrations of individual arginine
metabolites between patients with schizophrenia and healthy
controls (statistical significance set at p< 0.05). If necessary, means
and standard deviations were extrapolated from medians and
interquartile ranges or medians and ranges using published methods
[40, 41], or the Graph Data Extractor software (San Diego, CA, USA).
Heterogeneity of the SMD across studies was assessed using the Q
statistic (statistical significance set at p < 0.10). Low, moderate, and
high heterogeneity was indicated by I2 values of ≤25%, >25% and
<75%, and ≥75%, respectively [42, 43]. Random-effect models based
on the inverse-variance method were used in the presence of
moderate-high heterogeneity. Sensitivity analysis was conducted to
investigate the influence of individual studies on the overall risk
estimate [44]. The Begg’s and Egger’s tests were used to assess for
the presence of publication bias (statistical significance set at
p< 0.05) [45, 46]. The Duval and Tweedie “trim-and-fill” procedure
was performed to further test and eventually correct the funnel plot
asymmetry arising from publication bias [47]. Univariate meta-
regression and subgroup analyses were conducted to investigate
possible associations between the effect size and year of publication,
study continent, sample size, age, proportion of males, pharmaco-
logical treatment for schizophrenia, and analytical method used to
measure individual metabolites. Statistical analyses were performed
using Stata 14 (Stata Corp., College Station, TX, USA).

RESULTS
Systematic search
We initially identified 1398 studies, of which 1375 were excluded
because they were either duplicates or irrelevant. After a full-text
review of the remaining 23 articles, a further two were excluded
because of missing data, leaving 21 studies for final analysis (Fig. 2
and Table 1) [48–68]. All studies investigated patients with
schizophrenia diagnosed according to current diagnostic criteria,
barring one study group of patients with schizoaffective disorder
[66], and two studies of patients with first-episode psychosis [60, 62].

Individual metabolites
Arginine
Study characteristics: Twelve studies, including 16 study groups,
reported serum arginine concentrations in 1116 patients with

Fig. 1 Relevant arginine metabolic pathways. SAM S-Adenosyl
methionine; S-Adenosyl homocysteine, PRMTs protein arginine
methyltransferases, ADMA asymmetric dimethylarginine, SDMA
symmetric dimethylarginine, DDAH1 isoform 1 of dimethylarginine
dimethylaminohydrolase, NOS nitric oxide synthase.
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schizophrenia (mean age 35 years, 58% males) and 1110 healthy
controls (mean age 34 years, 55% males)
[48, 51, 53–55, 59, 60, 62, 64, 65, 67, 68]. Six studies were
conducted in Europe [48, 51, 53, 54, 60, 64], and the remaining six
in Asia [55, 59, 62, 65, 67, 68]. Liquid chromatography was used in
all studies for the determination of arginine. Eight studies utilised
mass spectrometry detection [51, 54, 59, 60, 62, 64, 67, 68], three
fluorimetric detection [53, 55, 65], whilst the remaining one did
not provide details regarding the detection method [48]. Patients
received pharmacological treatment for schizophrenia in eight
study groups [48, 53–55, 60, 62, 64, 67], and no treatment in five
[48, 59, 60, 62, 64]. Both treated and untreated patients were
included in two study groups [51, 68], whereas no treatment-
specific information was provided in the remaining one [65].

Risk of bias: All studies had a low risk of bias (Supplementary
Table 3) [48, 51, 53–55, 59, 60, 62, 64, 65, 67, 68].

Results of individual studies and syntheses: Random-effects
models were used given the high heterogeneity observed
(I2= 94.4%, p < 0.001). Pooled results showed no significant
differences in serum arginine concentrations between patients
with schizophrenia and controls (SMD= 0.26, 95% CI −0.13 to
0.65, p= 0.19; Supplementary Fig. 1). Sensitivity analysis showed
stability of the results, with an effect size ranging between 0.17
and 0.34 (Supplementary Fig. 2).

Publication bias: There was no evidence of publication bias
according to either the Begg’s (p= 0.08) or the Egger’s (p= 0.59)
test. Accordingly, the “trim-and-fill” method did not identify any
missing study to be added to the funnel plot to ensure symmetry
(Supplementary Fig. 3).

Meta-regression and sub-group analyses: No significant associa-
tions were observed in univariate meta-regression between the
effect size and age (t= 0.64, p= 0.54), proportion of males
(t=−0.78, p= 0.45), publication year (t=−0.28, p= 0.79), or
sample size (t=−0.20, p= 0.84).

In subgroup analysis, a trend toward a significant difference
(p= 0.066) was observed in the effect size between European
(SMD=−0.12, 95% CI −0.31 to 0.07, p= 0.20; I2= 53.3%,
p= 0.03) and Asian studies (SMD= 0.74, 95% CI −0.05 to 1.53,
p= 0.07; I2= 96.7%, p < 0.001), with a lower between-study
variance in the former subgroup (Supplementary Fig. 4). No
significant differences (p= 0.33) in pooled SMD were observed
between studies using mass spectrometry (SMD= 0.10, 95% CI
−0.39 to 0.59, p= 0.69; I2= 95.4%, p < 0.001) and fluorimetric
detection (SMD= 0.75, 95% CI −0.04 to 1.54, p= 0.06; I2= 89.8%,
p < 0.001; Supplementary Fig. 5). Similarly, no significant differ-
ences (p= 0.69) in pooled SMD were observed between studies
conducted in untreated (SMD= 0.45, 95% CI −0.24 to 1.13,
p= 0.20; I2= 93.4%, p < 0.001) and treated patients (SMD= 0.23,
95% CI −0.36 to 0.82, p= 0.45; I2= 93.4%, p < 0.001; Supplemen-
tary Fig. 6).

Certainty of evidence: The initial low level of certainty, due to
the cross-sectional nature of the selected studies (rating 2,
⊕⊕⊖⊖), was downgraded to very low (rating 1, ⊕⊖⊖⊖) after
considering the relatively high imprecision (confidence intervals
with threshold crossing).

Asymmetric dimethylarginine
Study characteristics: Fifteen studies, including 21 study
groups, reported circulating ADMA concentrations in 1050
patients with schizophrenia (mean age 36 years, 57% males)
and 830 controls (mean age 33 years, 59% males)
[49, 50, 52–57, 59–61, 63–66]. Nine studies were performed in
Asia [50, 52, 55–57, 59, 61, 63, 65], and the remaining six in
Europe [49, 53, 54, 60, 64, 66]. ADMA was measured using liquid
chromatography in 14 studies [49, 50, 52–57, 59–61, 64–66], and
enzyme-linked immunosorbent assay (ELISA) in the remaining
one [63]. Among the liquid chromatography studies, four
utilized mass spectrometry detection [54, 59, 60, 64], nine
fluorometric detection [50, 52, 53, 55–57, 59, 61, 65, 66],
whereas no relevant information was provided in the remaining
one [49]. Patients received pharmacological treatment for
schizophrenia in 13 study groups [53–57, 60, 61, 63–66], and
no treatment in seven [50, 52, 59–61, 63, 64]. In one study
group, the studied cohort included both treated and untreated
patients [49].

Risk of bias: All studies had a low risk of bias (Supplementary
Table 3) [49, 50, 52–57, 59–61, 63–66].

Results of individual studies and syntheses: Random-effects
models were used because of the high heterogeneity observed
(I2= 92.5%, p˂0.001). Pooled results showed that serum ADMA
concentrations were significantly higher in patients with schizo-
phrenia compared to controls (SMD= 1.23, 95% CI 0.86–1.61,
p < 0.001; Fig. 3). In sensitivity analysis, the corresponding pooled
SMD values were stable, with an effect size ranging between 1.00
and 1.29 (Supplementary Fig. 7).

Publication bias: There was a significant publication bias
according to both the Begg’s (p= 0.012) and the Egger’s
(p= 0.001) tests. Accordingly, the “trim-and-fill” method identified
nine missing studies to be added to the left side of the funnel plot
to ensure symmetry (Supplementary Fig. 8). The resulting effect
size, albeit attenuated, remained significant (SMD= 0.52, 95% CI
0.11–0.92, p= 0.01).

Meta-regression and sub-group and analyses: No significant
associations were observed in meta-regression between the effect
size and age (t=−0.64, p= 0.53), proportion of males (t= 0.03,
p= 0.98), publication year (t=−0.81, p= 0.43), or sample size
(t=−0.85, p= 0.41).

Fig. 2 PRISMA 2020 flow diagram.
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In subgroup analysis, there were no significant (p= 0.16)
differences in pooled SMD between European (SMD= 0.72, 95%
CI 0.43–1.00, p < 0.001; I2= 66.7%, p= 0.002) and Asian studies
(SMD= 1.69, 95% CI 1.05–2.33, p < 0.001; I2= 95.4%, p < 0.001;
Supplementary Fig. 9), with a lower variance in the former
subgroup. There were also no significant differences (p= 0.83) in
pooled SMD between studies using liquid chromatography (SMD=
1.26, 95% CI 0.85–1.67 p < 0.001; I2= 93.3%, p < 0.001) and ELISA
(SMD= 1.11, 95% CI 0.15–2.06, p= 0.023; I2= 82.4%, p < 0.001;
Supplementary Fig. 10). Furthermore, no significant differences in
pooled SMD (p= 0.20) were observed between liquid chromato-
graphy studies using fluorimetric detection (SMD= 1.73, 95% CI
1.05–2.40, p < 0.001; I2= 94.5%, p < 0.001) and mass spectrometry
detection (SMD= 0.60, 95% CI 0.23–0.98, p= 0.002; I2= 83.4%,
p < 0.001; Supplementary Fig. 11). Similarly, there were no
significant differences (p= 0.44) in pooled SMD between studies
investigating untreated (SMD= 1.68, 95% CI 0.71–2.64, p= 0.001;
I2= 96.6%, p < 0.001) and treated patients (SMD= 1.09, 95% CI
0.75–1.42, p˂0.001; I2= 83.3%, p < 0.001; Supplementary Fig. 12).

Certainty of evidence: The initial level of certainty was low
because of the cross-sectional nature of the selected studies
(rating 2, ⊕⊕⊖⊖). This was upgraded to moderate (rating 3,
⊕⊕⊕⊖) after taking into account the relatively large effect size
(SMD= 1.26) [37].

Symmetric dimethylarginine
Study characteristics: Six studies, including eight study groups,
assessed circulating SDMA concentrations in 383 patients with
schizophrenia (mean age 34 years, 56% males) and 326 healthy
controls (mean age 31 years, 53% males) [49, 54, 55, 60, 64, 65].
Four studies were conducted in Europe [49, 54, 60, 64], and the
remaining two in Asia [55, 65]. All studies used liquid chromato-
graphy, three with mass spectrometry detection [54, 60, 64], two
with fluorometric detection [55, 65], whereas no relevant informa-
tion was provided in the remaining one [49]. Patients received
pharmacological treatment in five study groups [54, 55, 60, 64, 65],
and no treatment in two study groups [60, 64]. One study group
investigated both treated and untreated patients [49].

Risk of bias: The risk of bias was considered low in all studies
(Supplementary Table 3) [49, 54, 55, 60, 64, 65].

Results of individual studies and syntheses: The moderate
between-study heterogeneity (I2= 72.4%, p= 0.001) warranted
the use of random-effects models. Pooled results showed no
significant differences in serum SDMA concentrations different
between patients with schizophrenia and healthy controls
(SMD= 0.21, 95% CI −0.09 to 0.51, p= 0.17; Supplementary Fig.
13). Sensitivity analysis showed that the corresponding pooled
SMD values were stable, with an effect size ranging between 0.11
and 0.30 (Supplementary Fig. 14).

Publication bias: Assessment of publication bias could not be
performed because of the small number of studies.

Meta-regression and sub-group and analysis: The small number
of studies prevented the conduct of meta-regression analysis.
In sub-group analysis, there were no significant differences

(p= 0.10) in pooled SMD between Asian (SMD= 0.79, 95% CI
−0.17 to 0.29, p= 0.61; I2= 35.6%, p= 0.17) and European studies
(SMD= 0.06, 95% CI −0.17 to 0.29, p= 0.13; I2= 90.0%, p < 0.001;
Supplementary Fig. 15), with a reduced between-study variance in
the former subgroup. No significant differences (p= 0.11) in
pooled SMD were also observed between studies using mass
spectrometry (SMD= 0.14, 95% CI −0.05 to 0.32, p= 0.14;
I2= 0.0%, p= 0.85) and fluorimetric detection (SMD= 0.79, 95%
CI −0.23 to 1.80, p= 0.13; I2= 90.0%, p= 0.002; Supplementary
Fig. 16), with a virtual absence of between-study variance in the
former subgroup. Similarly, there were no significant differences
(p= 0.75) in pooled SMD between studies performed in treated
(SMD= 0.34, 95% CI −0.03 to 0.71, p= 0.07; I2= 75.7%, p= 0.002)
and untreated patients (SMD= 0.20, 95% CI −0.11 to 0.51,
p= 0.20; I2= 0.0%, p= 0.47; Supplementary Fig. 17).

Certainty of evidence: The initial level of certainty was con-
sidered low because of the cross-sectional nature of the selected
studies (rating 2, ⊕⊕⊖⊖). This was downgraded to extremely low
(rating 0,⊖⊖⊖⊖) after considering the relatively high imprecision
(confidence intervals with threshold crossing) and the lack of
assessment of publication bias.

Arginine/asymmetric dimethylarginine ratio
Study characteristics: Three studies, including four study groups,
reported serum arginine/ADMA ratios in 202 patients with

Fig. 3 Forest plot of studies reporting serum ADMA concentrations in patients with schizophrenia and healthy controls.
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schizophrenia (mean age 29 years, 58% males) and 187 controls
(mean age 27 years, 52% males) [53, 54, 64]. All studies were
performed in Europe and used liquid chromatography, two with
mass spectrometry detection [54, 64], and one with fluorometric
detection [53]. Patients were treated in three study groups
[53, 54, 64], and untreated in one [64].

Risk of bias: The risk of bias was considered low in all studies
(Supplementary Table 3) [53, 54, 64].

Results of individual studies and syntheses: Random-effects
models were used because of the moderate heterogeneity
observed (I2= 54.3%, p= 0.087). Pooled results showed that the
arginine/ADMA ratio was significantly lower in patients with
schizophrenia compared to controls (SMD=−0.35, 95% CI −0.65
to −0.04; p= 0.026; Fig. 4). In sensitivity analysis, the correspond-
ing pooled SMD values were stable, with an effect size ranging
between −0.46 and −0.25 (Supplementary Fig. 18).

Publication bias: The assessment of publication bias could not
be performed because of the small number of studies.

Meta-regression and sub-group and analysis: Meta-regression
and sub-group analyses could not be performed because of the
small number of studies.

Certainty of evidence: The initial level of certainty for cross-
sectional studies (rating 2, ⊕⊕⊖⊖) was downgraded to very low
(rating 1, ⊕⊖⊖⊖) after considering the lack of assessment of
publication bias.

Citrulline
Study characteristics: Eight studies, including 12 study groups,
reported circulating citrulline concentrations in 599 patients with
schizophrenia (mean age 31 years, 59% males) and 697 healthy
controls (mean age 30 years, 58% males) [48, 54, 58–60, 62, 64, 67].
Four studies were conducted in Europe [48, 54, 60, 64], and the
remaining four in Asia [58, 59, 62, 67]. All studies used liquid
chromatography, six with mass spectrometry detection

[54, 59, 60, 62, 64, 67], and one with ultraviolet detection [58],
whereas no relevant information was provided in the remaining
one [48]. Patients received pharmacological treatment in six study
groups [48, 58–60, 62, 64], and no treatment in the remaining six
[48, 54, 60, 62, 64, 67].

Risk of bias: The risk of bias was considered low in all studies
(Supplementary Table 3) [48, 54, 58–60, 62, 64, 67].

Results of individual studies and syntheses: The high between-
study heterogeneity observed (I2= 91%, p < 0.001) warranted
the use of random-effects models. Pooled results showed no
significant differences in serum citrulline concentrations
between patients with schizophrenia and controls (SMD= 0.32,
95% CI −0.10 to 0.74 p= 0.13; Supplementary Fig. 19).
Sensitivity analysis showed stability of the corresponding
pooled SMD values, with an effect size ranging between 0.15
and 0.42 (Supplementary Fig. 20).

Publication bias: There was no evidence of publication bias
according to either the Begg’s (p= 0.15) or the Egger’s (p= 0.45)
test. Accordingly, the “trim-and-fill” method did not identify any
missing study to be added to the funnel plot to ensure symmetry
(Supplementary Fig. 21).

Meta-regression and sub-group and analyses: There were no
significant associations between the effect size and age
(t=−0.81, p= 0.44), proportion of males (t=−2.12, p= 0.08),
publication year (t= 0.00, p= 0.99), or sample size (t=−0.30,
p= 0.77) in univariate meta-regression analysis.
In subgroup analysis, the pooled SMD was significantly different

in Asian (SMD= 0.95, 95% CI 0.19 to 1.72, p= 0.015; I2= 93.4%,
p < 0.001) but not European studies (SMD=−0.15, 95% CI −0.51
to 0.21, p= 0.41; I2= 75.1%, p= 0.001; Supplementary Fig. 22). No
significant differences (p= 0.26) were also observed in pooled
SMD values between studies in untreated (SMD= 0.03, 95% CI
−0.54 to 0.60, p= 0.41; I2= 90.3%, p < 0.001) and treated patients
(SMD= 0.61, 95% CI −0.08 to 1.30, p= 0.08; I2= 92.2%, p < 0.001;
Supplementary Fig. 23).

Fig. 4 Forest plot of studies reporting arginine/ADMA ratios in patients with schizophrenia and healthy controls.
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Certainty of evidence: The initial level of certainty was con-
sidered low because of the cross-sectional nature of the selected
studies (rating 2, ⊕⊕⊖⊖). This was downgraded to extremely low
(rating 0, ⊖⊖⊖⊖) after considering the high, unexplained,
heterogeneity and the relatively high imprecision (confidence
intervals with threshold crossing).

Ornithine
Study characteristics: Eight studies, including 12 study groups,
reported circulating ornithine concentrations in 872 patients with
schizophrenia (mean age 33 years, 59% males) and 904 healthy
controls (mean age 34 years, 55% males)
[48, 51, 59, 60, 62, 64, 67, 68]. Four studies were conducted in
Europe [48, 51, 60, 64], and the remaining four in Asia
[59, 62, 67, 68]. Liquid chromatography was used in all studies,
seven with mass spectrometry detection [51, 59, 60, 62, 64, 67, 68],
whereas no relevant information was provided in the remaining
one [48]. Patients received pharmacological treatment in five
study groups [48, 59, 60, 62, 64], an no treatment in other five
[48, 60, 62, 64, 67]. Two study groups investigated both treated
and untreated patients [51, 68].

Risk of bias: The risk of bias was considered low in all studies
(Supplementary Table 3) [48, 51, 59, 60, 62, 64, 67, 68].

Results of individual studies and syntheses: Random-effects
models were used given the moderate heterogeneity observed
(I2= 59.9%, p= 0.004). Pooled results showed that serum
ornithine concentrations were significantly higher in patients with
schizophrenia compared to controls (SMD= 0.32, 95% CI
0.16–0.49, p < 0.001; Fig. 5). The corresponding pooled SMD
values remained stable, with an effect size ranging between 0.28
and 0.36 (Supplementary Fig. 24).

Publication bias: There was no significant publication bias
according to either the Begg’s (p= 1.00) or the Egger’s
(p= 0.56) test. Accordingly, the “trim-and-fill” method did not
identify any missing study to be added to the funnel plot to
ensure symmetry (Supplementary Fig. 25).

Meta-regression and sub-group and analysis: In meta-regression
analysis, there were no significant associations between the effect
size and age (t= 1.28, p= 0.24), proportion of males (t= 1.14,

p= 0.30), publication year (t=−0.28, p= 0.79), or sample size
(t=−0.28, p= 0.78).
In subgroup analysis, there were no significant differences

(p= 0.94) in effect size between European (SMD= 0.33, 95% CI
0.04–0.62, p= 0.026; I2= 73.2%, p= 0.001) and Asian studies
(SMD= 0.34, 95% CI 0.17–0.51, p < 0.001; I2= 21.1%, p= 0.28;
Supplementary Fig. 26), with a substantial reduction in between-
study variance in the latter subgroup. Notably, the pooled SMD
was significantly different in studies of untreated (SMD= 0.26,
95% CI 0.02–0.50, p= 0.034; I2= 49.0%, p= 0.098) but not treated
patients (SMD= 0.41, 95% CI −0.04 to 0.87, p= 0.077; I2= 78.9%,
p= 0.001; Supplementary Fig. 27).

Certainty of evidence: The initial level of certainty was low
because of the cross-sectional nature of the selected studies
(rating 2, ⊕⊕⊝⊝). This remained low after considering the low
risk of bias in all studies, the moderate but partially explained
heterogeneity, the lack of indirectness, the relatively low
imprecision, the relatively small effect size, and the lack of
publication bias.

Dimethylamine
Study characteristics: Two studies, including three study
groups, reported circulating dimethylamine concentrations in
147 patients (mean age 26 years, 52% males) and 147 healthy
controls (mean age 24 years, 53% males) [54, 60]. Both studies
were performed in Europe and used liquid chromatography with
mass spectrometry detection [54, 60]. Patients received phar-
macological treatment in two study groups [54, 60], and no
treatment in the remaining one [60].

Risk of bias: The risk of bias was considered low in both studies
(Supplementary Table 3) [54, 60].

Results of individual studies and syntheses: Fixed-effects models
were used given the virtual absence of between-study hetero-
geneity (I2= 0.0%, p= 0.68). Pooled results showed that dimethy-
lamine serum concentrations were significantly higher in patients
with schizophrenia compared to controls (SMD= 0.47, 95% CI 0.24
to 0.70, p < 0.001; Fig. 6).

Publication bias: Assessment of publication bias could not be
performed because of the small number of studies.

Fig. 5 Forest plot of studies reporting serum ornithine concentrations in patients with schizophrenia and healthy controls.
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Meta-regression and sub-group and analysis: Meta-regression
and sub-group analyses could not be performed because of the
small number of studies.

Certainty of evidence: The initial level of certainty for cross-
sectional studies (rating 2, ⊕⊕⊝⊝) was downgraded to very low
(rating 1, ⊕⊝⊝⊝) after considering the lack of assessment of
publication bias.

DISCUSSION
The results of this systematic review and meta-analysis highlight the
presence of significant alterations in the circulating concentrations
of specific arginine metabolites in patients with schizophrenia. Such
metabolites reflect possible changes in the expression and/or
activity of two enzymes regulating NO synthesis, DDAH1 (ADMA
and dimethylamine) and arginase (ornithine). By contrast, no
significant schizophrenia-associated changes were observed in
arginine, citrulline, or SDMA. In meta-regression and subgroup
analyses, the effect size of the reported differences was not
associated with pre-defined study and patient characteristics,
barring geographical location (citrulline) and pharmacological
treatment for schizophrenia (ornithine). Notably, in sensitivity
analyses the pooled SMD values of each analyte were not
substantially influenced by the sequential removal of individual
studies, suggesting that the results of the meta-analysis were stable.
The increased concentrations of ADMA observed in patients

with schizophrenia suggest DDAH1 downregulation whereas the
increased concentrations of ornithine suggest arginase upregula-
tion (Fig. 1). The concomitant observation of higher concentra-
tions of dimethylamine, a DDAH1 product, in patients with
schizophrenia is apparently counterintuitive. However, the evi-
dence supporting higher dimethylamine concentrations in schizo-
phrenia was derived from the meta-analysis of only two studies
[54, 60]. Therefore, additional research is warranted to confirm this
finding. Furthermore, changes in dimethylamine concentrations
can be secondary to factors independent of DDAH1, such as
dietary choline, lecithin, and gut bacteria [69, 70]. Similarly, the
reported increase in the arginase product ornithine was not
associated with a concomitant reduction in the substrate arginine.
However, arginine is also a NOS substrate [71]. Similarly, citrulline
is the product of both NOS and DDAH1, and both analytes play a
key role in the urea cycle, further highlighting the complexity of
assessing arginine metabolic pathways (Fig. 1) [28, 71–73]. These

issues notwithstanding, the increased ADMA (NOS inhibitor)
concentrations and arginase activity (with reduced availability of
arginine for NO synthesis) are in line with the results of studies
reporting a relative deficit in NO synthesis in schizophrenia [10].
Although the observed alterations involve circulating arginine
metabolite concentrations, a post-mortem study has reported the
concomitant reduction in eNOS expression and the increased
protein level of arginase 2 in the frontal cortex of patients with
schizophrenia. Notably, significant correlations were observed in
this study between arginase activity and the age of onset of
schizophrenia and between tissue concentrations of ornithine and
disease duration. These observations support the pathophysiolo-
gical role of excess arginase activity in schizophrenia [74].
Furthermore, a recent murine and human study has reported
that DDAH1 is diffusely expressed across the central nervous
system, including brain areas that are commonly affected in
schizophrenia [33, 75].
The importance of investigating the concentrations of NO and

NO-associated arginine metabolites in different areas of the brain
in future research is further supported by the results of studies in
experimental models of schizophrenia. In these studies, alterations
in NO concentrations as well as their temporal changes were
observed in some regions but not others [76, 77]. Interventional
studies using the antipsychotics clozapine and haloperidol in
animal models of schizophrenia have also shown inconsistent
results on NO concentrations in different areas of the brain
[78, 79]. An additional element of complexity is related to the
different biological and clinical significance of NO synthesis from
the inducible, iNOS, vs. the constitutive, eNOS and nNOS, NOS
isoforms [7–10]. Experimental models of schizophrenia have
shown the upregulation of iNOS, an isoform notoriously activated
in conditions of inflammation and oxidative stress, in the brain
[80, 81]. Notably, treatment with the antipsychotic aripiprazole
was associated with a significant downregulation of iNOS [81].
Another interesting finding in our meta-analysis was the

presence, in subgroup analysis, of significant differences in the
pooled SMD values for ornithine concentrations in studies of
untreated patients but not in those of patients receiving
pharmacological treatment for schizophrenia. Albeit hypothesis-
generating, this observation suggests that antipsychotic drug
treatment might exert an inhibitory effect on arginase activity.
This, in turn, would reduce ornithine levels to values observed in
healthy subjects. This proposition is supported by studies
reporting that the antipsychotic drug chlorpromazine significantly

Fig. 6 Forest plot of studies reporting serum dimethylamine concentrations in patients with schizophrenia and healthy controls.
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reduces arginase activity in experimental models [82]. However,
additional research is needed to investigate the effects of
antipsychotic agents on arginase activity and whether these
effects may account for their therapeutic effects in schizophrenia.
Future studies are also warranted to confirm the presence of
specific alterations in the expression and/or activity of DDAH1 and
arginase and the concentrations of ADMA and ornithine. Such
studies should also assess temporal changes associated with
antipsychotic treatment. If positive, the results of these investiga-
tions would likely stimulate additional research on effective
strategies enhancing DDAH1 activity and/or inhibiting arginase
activity in schizophrenia. Such strategies have been recently
investigated in other disease models [83–85].
Strengths of our study include a comprehensive assessment of

arginine metabolites in patients with schizophrenia, the conduct of
meta-regression and subgroup analyses to identify associations
between the effect size and pre-defined patient and study
characteristics, and a rigorous assessment of the risk of bias and
the certainty of evidence. A significant limitation is the presence of
moderate-high between-study heterogeneity, barring studies asses-
sing dimethylamine. However, potential sources of heterogeneity
were identified in subgroup analysis for arginine (study continent),
ADMA (study continent), SDMA (study continent and liquid
chromatography detection method), and ornithine (study continent).

CONCLUSION
The results of our systematic review and meta-analysis highlight
the potential role of a dysregulation of arginine metabolic
pathways, assessed measuring arginine metabolites associated
with enzymes involved in NO regulation, i.e., DDAH1 and arginase,
in schizophrenia. Further research is warranted to confirm whether
these alterations are also present in specific areas of the brain and
to investigate the effects of treatments targeting these metabolic
pathways.
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