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Abstract

Introduction: Widespread white matter abnormalities and alterations in glutamate levels have
been reported in patients with schizophrenia. We hypothesized that alterations in white matter
integrity and glutamate levels in individuals at clinical high risk (CHR) for psychosis are
associated with the subsequent development of psychosis.

Methods: Participants included 33 antipsychotic naive CHR (Female 7/Male 26, Age 19.55
(4.14) years) and 38 healthy controls (Female 10/Male 28, Age 20.92 (3.37) years). Whole brain
diffusion tensor imaging for fractional anisotropy (FA) and right frontal white matter proton
magnetic resonance spectroscopy for glutamate levels were acquired. CHR participants were
clinically followed for 2 years to determine conversion to psychosis.
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Results: CHR participants that transitioned to psychosis (V= 7, 21%)were characterized
by significantly lower FA values in the posterior thalamic radiation compared to those who
did not transition and healthy controls. In the CHR group that transitioned to psychosis only,

Page 2

positive exploratory correlations between glutamate levels and FA values of the posterior thalamic
radiation and the retrolenticular part of the internal capsule and a negative correlation between
glutamate levels and the cingulum FA values were found.

Conclusion: The results of the present study highlight that alterations in white matter structure
and glutamate are related with the conversion to psychosis.

Keywords

Clinical high risk; Conversion to psychosis; Diffusion tensor imaging; Glutamate; Magnetic
resonance spectroscopy

1. Introduction

Psychosis is a clinical feature of severe psychiatric illnesses, including schizophrenia and
bipolar depression, that may be characterized by poor response to antipsychotic medications
and increased functional disability following the onset of illness. Early identification

of subjects at clinical high risk (CHR) for psychosis may provide early intervention
opportunities to either prevent or reduce the impact of the disorder (Yung and Nelson,
2011). Despite several efforts to identify the CHR subjects who will progress to psychosis
(Fusar-Poli and Schultze-Lutter, 2016), there are still no specific biomarkers to identify
those who will develop a psychotic disorder (Lieberman et al., 2019).

The disconnection hypothesis of psychotic disorders proposes that alterations in brain
connectivity lead to altered communication between regions (Friston, 1998) that could be
mediated by white matter anatomical and neurotransmitter abnormalities (Skudlarski et al.,
2010). Diffusion tensor imaging (DTI) is a magnetic resonance technique that provides
white matter microstructure information, with fractional anisotropy (FA) being a commonly
used index. Previous DTI studies have reported widespread white matter abnormalities in
patients with schizophrenia (Chiappelli et al., 2015; Kochunov et al., 2014; Kochunov et al.,
2017; Vitolo et al., 2017), including studies in drug-naive first-episode psychosis patients
(Alvarado-Alanis et al., 2015; Cheung et al., 2008; Ebdrup et al., 2016; Perez-Iglesias et
al., 2010; Serpa et al., 2017). With respect to CHR, cross-sectional studies have found
augmented (Schmidt et al., 2015), diminished (Epstein et al., 2014; Karlsgodt et al., 2009;
Katagiri et al., 2015) or no differences (Peters et al., 2008) in FA values compared with
healthy controls. Prospective DTI studies that assessed conversion to psychosis have shown
mixed results, with decreased FA values in a region lateral to the right putamen and left
superior temporal lobe (Bloemen et al., 2010), higher FA values in the genu and body

of corpus callosum (Saito et al., 2017), and no FA differences in CHR individuals that
converted to psychosis compared to those CHR who did not convert (Carletti et al., 2012;
Peters et al., 2010; von Hohenberg et al., 2014). The reasons for these discrepancies are
unclear, but could be explained by previous use of antipsychotics (Ebdrup et al., 2016;
Szeszko et al., 2014) or different imaging protocols (Kelly et al., 2018).
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Diversely, the glutamatergic hypothesis of schizophrenia was originally proposed due

to observation that phencyclidine, a glutamate antagonist, induced positive and negative
symptoms similar to those observed in schizophrenia patients (Javitt and Zukin, 1991).
These observations led to the hypothesis that clinical phenomena observed in schizophrenia
is associated with hypofunction of the A*methyl-p-aspartate (NMDA) receptor that leads to
an increase in glutamate release (Olney and Farber, 1995). Several molecular abnormalities
of the glutamate synapse have been described since, giving the notion of schizophrenia as
a disorder of plasticity (initially reviewed in McCullumsmith et al., 2004), and positioning
glutamate a prominent role in the pathophysiology of the disease (Krystal et al., 2005;
Moghaddam and Javitt, 2012). Proton magnetic resonance spectroscopy (*H MRS) is an in
vivo non-invasive technique that allows the measurement of glutamate levels in the brain.

Cross-sectional 'H MRS studies in CHR individuals have found increased (de la Fuente-
Sandoval et al., 2011; de la Fuente-Sandoval et al., 2015; Grent-'t-Jong et al., 2018; Stone
et al., 2009), decreased (Shakory et al., 2018; Stone et al., 2009) or unchanged (Liemburg
et al., 2016; Modinos et al., 2018) levels of glutamate compared with healthy control
participants. Similar to DTI studies, inconsistencies could be due to heterogeneity of the
samples, difference in methods, and exposure to antipsychotic medication. Importantly,
two prospective studies have shown that increased hippocampal (Bossong et al., 2019)
and striatal (de la Fuente-Sandoval et al., 2013) glutamate levels were associated with the
subsequent conversion to syndromal psychosis.

There is also a relationship between white matter microstructure and glutamate
neurotransmission, which may be altered in the CHR. Neuregulin-1 (NRG-1) is a
susceptibility gene associated with schizophrenia (Harrison and Law, 2006; Stefansson et al.,
2002) that participates in neurodevelopment, myelination and glutamatergic transmission,
among other functions (Mostaid et al., 2017). Also, oligodendrocytes, the glia cells

that produce myelin sheaths in the central nervous system, express functional N-Methyl-
p-Aspartate (NMDA) receptors that mediate myelin disruption in a high glutamatergic
environment (Paoletti and Neyton, 2007). Finally, a recent study found that a variant of the
excitatory amino acid transporter 2 (EAAT2), responsible for >90% of glutamate reuptake, is
related to white matter integrity in schizophrenia patients (Mazza et al., 2019).

The aim of the present study was to explore the relationship between white matter
microstructure alterations, frontal white matter glutamate levels, clinical symptoms and

the subsequent development of psychosis in CHR individuals. Based on the results of

prior 'H MRS prospective studies in CHR individuals (Bossong et al., 2019; de la Fuente-
Sandoval et al., 2013), we hypothesized that frontal glutamate levels would be higher

in the CHR individuals that transitioned to psychosis (CHR-T) compared to both CHR
individuals that did not transition to psychosis (CHR-—N) and control subjects. Finally,
due to the heterogeneity of the results of DTI prospective studies in the CHR population,
we proposed an exploratory study of both the white matter microstructure alterations, along
their relationships with glutamate levels.
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2. Materials and methods

2.1. Participants

The study was approved by the Ethics and Scientific committees of the Instituto Nacional
de Neurologia y Neurocirugia in Mexico City (INNN). All participants were included in
the study after an informed written procedure, which was obtained from both parents for
participants under 18 years old. Thirty-three individuals meeting CHR criteria, as defined
by the Structured Interview for Prodromal Syndromes (SIPS) (Miller et al., 2003), were
recruited from the outpatient services at the INNN. All CHR subjects were antipsychotic
naive at the time of enrollment. Exclusion criteria included a concomitant medical or
neurological illness, current substance abuse or history of substance dependence (excluding
nicotine), a high risk for suicide, and psychomotor agitation. Thirty-eight age and sex-
matched healthy control subjects were also recruited; control subjects with a present
psychiatric disorder or a family history of psychosis were excluded. All participants
were screened for drugs of abuse, including cannabis, cocaine, heroin, opioids, and
benzodiazepines at the time of inclusion and 1 h prior to the imaging procedures.

2.2. Clinical assessments

CHR individuals and controls were assessed by three certified psychiatrists (PL-O, FR-M
and CdIF-S) using the SIPS interview. Patients were clinically followed up for at least
two years, using the Scale of Prodromal Symptoms (SOPS) criteria (Miller et al., 2003) to
determine conversion to psychaosis.

2.3. Neuroimaging procedures

2.31. Image acquisition—Magnetic Resonance Imaging studies were conducted at
the INNN on a 3T scanner (Signa Excite HDxt; GE Healthcare, Wauwatosa, W1), using

an eight-channel phased array receive-only head coil and a body-transmit coil (/n vivo,
Orlando, FL, USA). First, a high-resolution T1-weighted spoiled gradient recalled echo
imaging series (TE =5 ms, TR = 12 ms, inversion time = 450 ms, flip angle = 20°, FOV

= 25.6 cm, 256 x 256 matrix, 186 slices, slice thickness = 1 mm), oriented above and
parallel to the anterior commissure—posterior commissure line, was acquired. For the DTI
acquisition, an image covering the whole brain was obtained using a diffusion-weighted
single-shot echo planar image sequence (DW-EPI) in axial orientation (FOV = 256 mm,

60 slices, 128 x 128 matrix; ASSET factor = 2, TR = 12,000 ms, TE = 70 ms, b-value =
700 s/mm?; slice thickness = 2.6 mm, slice gap = 0 mm, with 35 non-collinear diffusion
directions) and 1 non-diffusion-weighted image were acquired. For the 1H MRS acquisition,
the T1-weighted image was reformatted to sagittal and coronal views for proper IH MRS
voxel placement. The 1H MRS spectra were obtained using point-resolved spectroscopy
(PRESS, TE = 35 ms, TR = 2000 ms; spectral width = 5000 Hz; 4096 data points used; and
128 water-suppressed averages and 16 water-unsuppressed averages) inan 8 mL (2 x 2 x 2
cm) voxel centered on the right frontal lobe and aimed to include the maximum amount of
white matter, encompassing the anterior corona radiata, the inferior longitudinal fasciculus,
anterior thalamic radiation, inferior fronto-occipital fasciculus and uncinate fasciculus (a
representative voxel and spectra is presented in Fig. 1).

Schizophr Res. Author manuscript; available in PMC 2023 March 20.
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2.3.2. DTiimage analysis—DT]I analysis was performed by one of the investigators
(PK) blinded to diagnosis. The DTI data were assembled by the ENIGMA DTI analysis
pipeline (Jahanshad et al., 2013) and are available online http://enigma.ini.usc.edu/protocols/
dti-protocols/). All data included in the analysis passed the ENIGMA DTI quality assurance
or quality control procedures. DTI data for each subject was corrected for eddy current and
motion artifacts using eddy tool distributed as a part of FMRIB Software Library (FSL)
package (Smith et al., 2006), followed by the fitting of diffusion tensor and calculation

of FA images (Kochunov et al., 2011). FA images from all subjects were aligned to the
ENIGMA-DT] target brain using the motion correction method FSL's fast nonlinear image
registration (Jenkinson et al., 2002) to create a minimal deformation target established on
the images from the subjects in the study (Jahanshad et al., 2013). Next, FSL's Tract-based
spatial statistics (TBSS) (http://fsl.fmrib.ox.ac.uk/fsl/fslwiki/TBSS) was used for processed
data and an individual FA values projection was made on the hand-segment ENIGMA-DTI
skeleton mask (Smith et al., 2006). After extracting the skeleton mask of white matter

and the projection of individual FA values, ENIGMA tract-wise regions of interest were
obtained from the Johns Hopkins University white matter parcellation atlas (Mori et al.,
2008) and were transferred to extract the mean FA across the full skeleton and the average
FA values for 24 white matter tracts. The whole-brain FA was obtained by the average

of all white matter skeleton values (http://enigma.ini.usc.edu/ongoing/dti-working-group/).
Mean values for each tract were calculated by the average of the tract region of interest in
both hemispheres. Subsequently, the voxelwise FA values along the ENIGMA skeleton mask
were analyzed.

2.3.3. 1H MRS analysis—All water-suppressed spectra were analyzed using LCModel
version 6.3-0E (Provencher, 2001) by one of the investigators (GG-C) blinded to

diagnosis. Spectra were referenced to the unsuppressed water signal, allowing for glutamate
quantification, expressed in institutional units. A simulated basis set of metabolites,
consisting of L-alanine, aspartate, creatine, creatine methylene group, -y-aminobutyric

acid, glucose, glutamate, glutamine, glutathione, glycerophosphocholine, guanidinoacetate,
L-lactate, myo-inositol, A-acetylaspartate, A-acetylaspartylglutamate, phosphocholine,
phosphocreatine, scyllo-inositol, and taurine, along with lipids (Lip), and macromolecules
(MM) (Lip09, Lip13a, Lip13b, Lip20, MM09, MM12, MM14, MM17 and MM20) was
used for analysis. This basis set, included in LCModel, had the same sequence parameters
used in our study. T1-weighted MRI scans used for voxel localization and segmentation.
Spectroscopic voxels were segmented into gray matter, white matter and cerebrospinal
fluid using Statistical Parametric Mapping 8 (SPM8, Wellcome Department of Imaging
Neurosciences, University College London, UK). Glutamate metabolite levels were then
corrected for the proportion of gray, white and cerebrospinal fluid tissue proportions
according to methods described by Gasparovic et al. (2006). Glutamate fits with a %SD
Cramér—Rao lower bound exceeding 20% spectra with a full-width at half maximum
(FWHM) exceeding 12 Hz as reported by LCModel were considered poor quality and were
excluded from further analyses.
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2.4, Statistical analysis

Demographic, clinical characteristics, glutamate levels, and DTI FA were compared between
controls, CHR-N and CHR-T groups with analysis of variance (ANOVA); post-hoc
comparisons were carried out using Bonferroni's correction. Frequency data were analyzed
using 2 test and comparisons between transition and non-transition groups were analyzed
using two-sample ~tests. Statistical comparisons were conducted at a p < 0.05 significance
level.

Exploratory analyses of associations between glutamate levels, DTI FA values and clinical
symptoms were explored using Pearson's product-moment correlation (r), or Spearman r for
nonnormally distributed data. Multiple comparisons were controlled using the Benjamini-
Hochberg procedure (Benjamini and Hochberg, 1995).

3. Results

Seven (21%) out of the 33 CHR participants converted to psychosis during the clinical
follow up. Clinical and sociodemographic baseline data for the three groups, CHR-T, CHR-
N and healthy controls, are presented in Table 1. Education level was different between
groups (F2, 681 = 9-37, p < 0.001) and post-hoc tests revealed that the control group had
higher educational level compared to both CHR-T (= 3.58, df = 40, p=0.001) and CHR-N
(¢=3.23, df =59, p=0.002) groups, with no significant differences between CHR-T

and CHR-N groups (¢=1.46, df = 31, p=0.18). There were no differences in any SIPS
symptoms subscale between the CHR-T and CHR-N groups. All 3 groups were similar in
age, sex, cannabis, and tobacco use.

One 1H MRS spectra from a control subject and one from the CHR-T group, along with the
DTI data of one individual from the CHR-N group were rejected due to poor quality. The
analyses of the 24 tracts included (Supplementary Table 1), revealed significant differences
in the FA values of the posterior thalamic radiation (F2, 671 = 3.44, p= 0.04; n = 0.31);
Bonferroni post hoc tests revealed that CHR-T subjects had lower FA values compared

to both CHR-N (o= 0.01; Cohen's d = 0.34) and control groups (p= 0.02; Cohen's d =
0.33), with no statistical differences between CHR-N and controls (p = 0.88; Cohen'sd =
0.01). The exploratory relationships between glutamate levels and white matter tracts (using
Pearson's product-moment correlation) revealed significant correlations between glutamate
levels and the posterior thalamic radiation (r=0.88, p= 0.02), the retrolenticular part of
internal capsule (r=0.89, p=0.02), and the cingulum (r=-0.83, p= 0.04) of the CHR-T
group (Fig. 2). However, none of these correlations remained significant after correcting for
multiple comparisons. All significant and non-significant exploratory correlations between
glutamate levels and white matter tracts of the CHR-T group are presented in Supplementary
Table 2. No correlations were seen between any of the studied tracts and glutamate levels

in neither the CHR-N or control groups. Finally, exploratory correlations between the SIPS
negative symptom subscale and the anterior corona radiata (= 0.79, p=0.03) and the
superior fronto-occipital fasciculus (r=0.81, p= 0.03) FA values were seen only in

the CHR-T group (Fig. 3). These correlations did not survive the correction for multiple
comparisons.

Schizophr Res. Author manuscript; available in PMC 2023 March 20.
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There were no significant correlations between glutamate levels and the SIPS scores in any
of the clinical groups. There were also no significant differences in glutamate levels, voxel
tissue composition or spectral quality values among the 3 groups (Supplementary Table 3).

4. Discussion

In the present study, and contrary to our initial hypothesis, frontal glutamate levels of
CHR participants that transitioned to psychosis did not differ from CHR individuals that
did not transitioned nor healthy controls. However, CHR individuals that later transitioned
to psychosis showed significantly lower FA values in the posterior thalamic radiation in
comparison to both CHR that did not transition and healthy control groups. Moreover,
we found several significant exploratory correlations only in the CHR-T group that
included frontal glutamate levels and FA levels in the posterior thalamic radiation and the
retrolenticular part of internal capsule, and a negative relationship with frontal glutamate
levels and cingulum FA values, and positive relationships with SIPS negative symptoms
subscale and FA values of the anterior corona radiata and the superior fronto-occipital
fasciculus.

Our results somewhat differ with other studies that have found abnormalities in FA values

of CHR individuals who later converted to psychosis. Bloemen et al. (Bloemen et al., 2010)
found lower FA values of converters in contrast to healthy controls in bilateral medial frontal
lobes, and lower FA values of CHR-T in comparison to CHR-N lateral to the right putamen
and left superior temporal lobe. Another study found lower FA in the corpus callosum

of CHR-T with regard to healthy controls (Rigucci et al., 2016). Finally, the study by

Saito et al. (Saito et al., 2017) found higher FA values in the genu and body of corpus
callosum in CHR-T in comparison to CHR-N individuals. Several reasons could explain

the differences between studies. First, these studies included CHR individuals that were
treated with antipsychotic medication. As previously reported, antipsychotic medication
may affect FA values in several white matter tracts (Meng et al., 2019; Szeszko et al.,

2014). Second, the studies used different analysis methodology to evaluate FA indices; some
studies suggest that substantial heterogeneity arises by using different imaging protocols and
scanner differences (Kelly et al., 2018). Third, other sociodemographic variables, such as
age, sex, substance use, symptom duration and severity may significantly contribute to FA
heterogeneity (Kelly et al., 2018; Samartzis et al., 2014).

Several DTI studies, however, agree with our FA results. White matter disturbances of the
posterior thalamic radiation, specifically lower FA, have been described in early phases of
the illness (Domen et al., 2017; Perez-lglesias et al., 2010; Zhang et al., 2019) and also in
chronic schizophrenia patients (Kelly et al., 2018).

The thalamus represents a central hub for cognitive, sensory and motor functions, and has
been associated with the pathophysiology of psychosis. Postmortem studies have shown

a reduced number of neurons in the mediodorsal nucleus and the pulvinar (Byne et al.,
2002). Moreover, neurochemical abnormalities, including dopaminergic, GABAergic and
glutamatergic systems, have been described in the thalamus of patients with schizophrenia
(Clinton and Meador-Woodruff, 2004). More recently, neuroimaging studies have found

Schizophr Res. Author manuscript; available in PMC 2023 March 20.
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smaller thalamic volumes, lower levels of glutamate and A-acetylaspartate, and thalamic
connectivity abnormalities in different phases of the illness, including the CHR (Steullet,
2019). Specifically, the posterior thalamic radiation connects the thalamus with the

occipital and posterior temporo-parietal cortices, and its implicated in the processing of
visual attention and visual learning (Bundesen et al., 2005). Animal models have shown

that perinatal hypoxia causes an abnormal neurodevelopment, involving oligodendrocytes
malfunction as well as impaired GABAergic and glutamatergic pathways, with a subsequent
aberrant thalamo-cortical connection (Dean et al., 2013). Diminished FA in the posterior
thalamic radiation has been consistently observed in pre-term born adults (Ball et al., 2013),
which correlates with lower visual short-term memory capacity (Menegaux et al., 2017).
Finally, a recent study (De Herdt et al., 2013) found that CHR-T performed significantly
worst in working memory and visual learning domains when compared with CHR-N
subjects. Further studies could confirm the role of the thalamo-cortical pathways, along with
its clinical manifestations, as predictors for transition to psychosis in at risk populations.

We did not find differences in right frontal lobe glutamate levels among the three groups
(CHR-T, CHR-—N, and controls). This finding differs to other prospective studies that have
found higher striatal (de la Fuente-Sandoval et al., 2013) and hippocampal (Bossong et al.,
2019) glutamate levels in CHR individuals that later converted to psychosis. One reason for
this discrepancy could be the studied region. While a previous spectroscopic imaging study
found augmented white matter glutamate levels in the bilateral medial prefrontal region

of stable patients with schizophrenia (Bustillo et al., 2017), a more recent study found no
differences in the same region (Bustillo et al., 2019); moreover, two IH MRS studies in
medicated patients, performed in the centrum semiovale (Rowland et al., 2013) and in the
white matter of the forceps minor area of the left hemisphere (Chiappelli et al., 2015),

also found no differences in glutamate levels in patients with schizophrenia. Finally, recent
meta-analyses have not found differences in glutamate levels in the frontal lobe of patients
with schizophrenia (Iwata et al., 2018; Merritt et al., 2016).

Interestingly, we found a negative correlation between right frontal lobe glutamate

levels and FA values of the cingulum. Some studies support the negative relationship
between glutamate and FA levels. Oligodendrocytes express NMDA receptors that provoke
excitotoxicity in glutamate rich environments and diminish the myelin production (Paoletti
and Neyton, 2007). Also, a recent study found that a variant for the EEAT?2 that

reflects lower glutamate uptake activity its related with lower FA values in patients with
schizophrenia (Mazza et al., 2019).

We also found positive correlations between glutamate levels and the posterior thalamic
radiation and the retrolenticular part of internal capsule which may be explained by
linking two mechanisms. First, white matter development is still an active process during
adolescence and early adulthood, and peaks of maturation vary among tracts (Kochunov
and Hong, 2014; Peters et al., 2012). Second, NMDA receptor-mediated myelination by
oligodendrocytes has a different response to glutamate depending on the expression of
NRG-1; when NRG-1 is expressed, myelination is augmented and accelerated in the
presence of glutamate (Lundgaard et al., 2013). Since NRG-1 is involved in axon guiding

Schizophr Res. Author manuscript; available in PMC 2023 March 20.
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and myelination (MclIntosh et al., 2008; Mei and Xiong, 2008), glutamate could exert
different effects depending upon the maturation stage and NRG-1 expression.

Finally, we found positive exploratory correlations between the SIPS negative symptoms
subscale and FA values of the anterior corona radiata and the superior fronto-occipital
fasciculus in the CHR-T group. These correlations did not survive correction for multiple
comparisons but provide preliminary evidence of potential correlations between FA values
and clinical symptoms that may survive multiple comparison corrections in larger studies.

Some limitations in the present study should be considered: First, the small sample (7=

7, 21%) of individuals that converted to psychosis limits the interpretation of the results.
Second, cognitive tests were not included in this study; therefore, the relationship between
white matter alterations, glutamate levels and cognition could not be explored. Third, our 1H
MRS measurement was limited to the right frontal lobe white matter and it might not reflect
the glutamatergic function of other white matter regions involved in the pathophysiology of
psychosis. Finally, 1H MRS is unable to measure direct glutamate neurotransmission and is
unable to differentiate vesicular and metabolic pools of glutamate.

Despite these limitations, the present study provides preliminary evidence of white matter
alterations in antipsychotic-naive individuals that were initially at risk and that later
developed psychosis, contributes to a growing body of literature, and emphasizes the
need for multi-site studies targeting white matter structure, function and chemistry in this
population.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Fig. 1.

Vgxel placement in right frontal white matter and representative spectra from a healthy
control. Glu, glutamate; Glx, glutamate + glutamine; NAA N-acetylaspartate + N-
acetylaspartylglutamate; Cho, glycerophosphocholine + phosphocholine; ml, myo-inositol;
Cr, creatine + phosphocreatine.
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Glutamate levels

Glutamate levels

The relationship between A) the posterior thalamic radiation fractional anisotropy (FA)
values and frontal white matter glutamate levels, B) retrolenticular part of the internal
capsule FA values and glutamate levels, and C) cingulum FA values and glutamate levels.
PTR, posterior thalamic radiation; RLIC, retrolenticular part of the internal capsule; CGC,

cingulum.
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The relationship between SIPS negative symptoms subscale and fractional anisotropy values
of A) the anterior corona radiata, and B) the superior fronto-occipital fasciculus. CR,
anterior corona radiata; SFO, superior fronto-occipital fasciculus; FA, fractional anisotropy.
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