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Abstract 
Purpose NMDA receptors (NMDARs) dysfunction plays a central role in the physiopathology of psychiatric and neurodegen-
erative disorders whose mechanisms are still poorly understood. The development of a PET (positron emission tomography) 
tracer able to selectively bind to the NMDARs intra-channel PCP site may make it possible to visualize NMDARs in an open 
and active state. We describe the in vitro pharmacological characterization of  [18F]-fluoroethylnormemantine  ([18F]-FNM) 
and evaluate its ability to localize activated NMDA receptors in a rat preclinical model of excitotoxicity.
Procedures The affinity of the non-radioactive analog for the intra-channel PCP site was determined in a radioligand com-
petition assay using  [3H]TCP  ([3H]N-(1-[thienyl]cyclohexyl)piperidine) on rat brain homogenates. Selectivity was also 
investigated by the displacement of specific radioligands targeting various cerebral receptors. In vivo brain lesions were 
performed using stereotaxic quinolinic acid (QA) injections in the left motor area (M1) of seven Sprague Dawley rats. Each 
rat was imaged with a microPET/CT camera, 40 min after receiving a dose of 30 MBq + / − 20 of  [18F]-FNM, 24 and 72 h 
after injury. Nine non-injured rats were also imaged using the same protocol.
Results FNM displayed  IC50 value of 13.0 ± 8.9 µM in rat forebrain homogenates but also showed significant bindings on 
opioid receptors. In the frontal and left somatosensory areas,  [18F]FNM PET detected a mean of 37% and 41% increase 
in  [18F]FNM uptake (p < 0,0001) 24 and 72 h after QA stereotaxic injection, respectively, compared to the control group.
Conclusions In spite of FNM’s poor affinity for NMDAR PCP site, this study supports the ability of this tracer to track mas-
sive activation of NMDARs in neurological diseases.
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Introduction   

N-methyl-D-aspartate receptors (NMDARs) are glutamate 
ionotropic receptors that regulate excitatory synaptic trans-
mission and are widely expressed in the central nervous sys-
tem (CNS). They play an essential role in many biological 
functions, including neurotransmission, neuroprotection, 

neurodegeneration, long-term potentiation, memory, and 
neurogenesis [1]. However, NMDARs also contribute 
importantly to the etiology and progression of many neuro-
logical disorders. Detrimental effects can result from either 
hyperactivity of NMDARs, leading to excitotoxic cell death 
as in stroke and brain trauma [2], epileptogenesis [3], neuro-
degenerative diseases [4], or hypofunction, as likely occurs 
in schizophrenia [5].

NMDARs are heterotetramers made up of three different 
families of subunits: GluN1, GluN2, and GluN3. The ion 
channel is formed by two necessary GluN1 subunits and 
either two GluN2 subunits or a combination of GluN2 and 
GluN3 subunits. The activation of NMDARs requires two 
different processes. First, the simultaneous binding of the 
co-agonists L-glutamate and L-glycine (or D-serine) to their 
own binding extracellular site. These sites are located on 
the GluN2 subunit for the glutamate, and on the GluN2 and 
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GluN3 subunits for the glycine. Second, the expulsion of the 
 Mg2+ cation blocking the intra-channel site by membrane 
depolarization, thus allowing the ion flux through the chan-
nel. Under physiological conditions, NMDARs are opened 
for only brief period of time and mediate long-term potentia-
tion by allowing the influx of  Ca2+ ions as well as  Na+ and 
 K+ into the synapse. However, excessive glutamate release 
following cellular injury causes overactivation of the recep-
tor leading to accumulation of intracellular  Ca2+, inducing 
apoptotic cascade cell death [6, 7]. Conversely, hypofunc-
tion of NMDA neurotransmission appears to be related to 
dopaminergic system dysfunction underlying the emergence 
of psychotic symptoms [5].

In vivo knowledge of NMDARs activation may provide an 
understanding of their implication in the physiopathology of 
neurodegenerative and psychiatric diseases and would help 
assess and develop therapeutic strategies. Several positron 
emission tomography (PET) tracers have been synthesized to 
this end [7, 8]. Most of them are NMDAR channel blockers 
derivatives, targeting the phencyclidine site (PCP) located 
inside the ion channel, thus selectively bind NMDARs in the 
open and active state. Unfortunately, most of these ligands 
have not convincingly shown a capacity to visualize opened 
NMDARs in vivo. Several families of PET ligands have been 
evaluated for human use but have produced inconclusive 
results due to non-specific binding (MK-801, phencyclidine 
or thienyl-phencyclidine analogs [9, 10]), rapid metabolism 
and washout  ([11C]S-Ketamine [11]), or poor ability to pen-
etrate the blood–brain barrier (BBB) (benzoquinolizinium 
analogs [12, 13]). More recently, diarylguanidines com-
pounds have yielded promising results. These compounds, 
especially  [18F]GE-179, are characterized by their high in 
vitro affinity for the NMDARs PCP site (Ki = 2.4 nM in rats 
for GE-179, [14]), and showed high selectivity toward other 
CNS receptors including glutamate ionotropic and metabo-
tropic receptor subtypes. However, several in vivo studies 
report an important non-specific binding, a rapid plasma 
metabolism, and studies aiming to exhibit an in vivo block-
ing effect of channels blockers on  [18F]-diarylguanidines 
binding showed discording results. These observations result 
from the ubiquitous distribution of NMDARs for which the 
proportion of opened receptors in the basal state is unknown, 
the confounding effect of anesthetics, and the potential exist-
ence of different binding sites inside the channel [14–18].

Fluoroethylnormemantine (FNM) is a memantine analog 
acting as a non-competitive NMDA receptor antagonist 
able to bind the open channel. The radiolabeled compound 
 ([18F]-FNM) has been developed [19], and its biodistribu-
tion and safety profile have also been studied in rats [20]. 
Moreover, FNM recently appeared as a potent neuroprotec-
tive drug in Alzheimer’s disease [21], and its effectiveness 
has also been demonstrated in rodents for preventing and 
treating stress-related behaviors [22, 23]. It is assumed that 

this compound binds preferentially extra synaptic NMDARs, 
mostly involved in excitotoxicity, because of its chemical 
structure which is close to that of memantine [24, 25]. 
With its low molecular weight and its lipophilic properties, 
 [18F]-FNM is able to cross the BBB [19]. Furthermore, its 
poor metabolism suggests the absence of radiometabolites 
likely to cross the BBB and bind to PCP site [20].

In this study, we described the in vitro pharmaco-
logical characterization (affinity and selectivity) of 
 [18F]-fluoroethylnormemantine  ([18F]-FNM) in rat brain and 
the measurement of its brain uptake in rats following stere-
otaxic quinolinic acid (QA) injection in the left motor area 
(M1). Acting as an agonist of NMDARs, QA is a neuroactive 
metabolite of the kynurenine pathway extensively used as an 
experimental model of excitotoxicity [26–28]. We hypothe-
sized that  [18F]FNM PET would visualize chemically-induced 
focal NMDARs activation as increased tracer uptake.

Materials and Methods

In Vitro Binding Assay

Membrane Preparation

The source of binding sites was rat brain synaptic membranes, 
prepared as described previously [29]. Briefly, Wistar rats 
(n = 38) were anesthetized with isoflurane and euthanatized 
by exsanguination. Brains were rapidly removed and the hip-
pocampus, frontal cortex, striatum, or forebrain (brain with-
out brainstem and cerebellum) were dissected out. Brain area 
fractions were homogenized in 15-fold volumes of ice-cold 
buffer (Tris–HCl 50 mM pH 7.5) with a Potter Elvehjem tis-
sue grinder. The homogenates were centrifuged at 1000 × g 
for 10 min at 4 °C. The first supernatant was recovered and 
the pellets were resuspended in the same fresh buffer, homog-
enized, and centrifuged at 1000 × g for 10 min at 4 °C for a 
second time. The pellets were discarded and the two super-
natants were pooled together and centrifuged at 100.000 × g 
for 30 min at 4 °C. The pellets were finally suspended in fresh 
buffer, aliquoted, and frozen at − 80 °C. Protein concentration 
in each fraction was determined by the Bio-Rad assay using 
bovine serum albumin as standard.

For α-amino-3-hydroxy-5-methyl-4-isoxazolepropionic acid 
(AMPA), glycine, and kaïnate receptors binding experiments, 
rat forebrain membranes were washed two additional times by 
centrifugation for 30 min at 100.000 × g at 4 °C before freez-
ing. On the day of the experiments, rat brain membranes were 
thawed, incubated for 15 min at 37 °C and washed another 
time by resuspension in the ice-cold buffer and centrifuged at 
100.000 g for 30 min at 4 °C to remove endogenous glycine 
and glutamate [30–32].
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Competition Studies

Affinities of  [19F]-FNM to the PCP site were evaluated 
through receptor binding assays performed with rat brain 
membrane preparations (hippocampus, frontal cortex, or 
forebrain) with  [3H]N-(1-[thienyl]cyclohexyl)piperidine 
 ([3H]TCP, 40 Ci/mmol, Perkin-Elmer) as a radioligand. 
Rat brain membranes (100 µg protein/tube) were incubated 
for 1 h at room temperature in a total volume of 100 µL 
of Tris–HCl buffer (50 mM, pH 7.5), including glutamate 
(10 µM) and glycine (10 µM) with  [3H]TCP (10 nM) and 
various concentrations of  [19F]-FNM  (10−7–10−3 M) (M2I 
Development, LACQ France) [30]. Experiments were ter-
minated by the addition of 5 mL of ice-cold Tris–HCl buffer 
50 mM, pH 7.5 and rapid filtration under vacuum through 
Whatman GF/B glass fiber filters (pre-soaked in 0.3% poly-
ethyleimine) followed by two 5 mL washes using a sam-
pling manifold system (Millipore). Filters were transferred 
to vials with 4 mL of scintillation solution (EcoscintTM A, 
National Diagnostics) and radioactivity was measured with 
a Tricarb 2100TR scintillation counter (Packard). All assays 
were performed in triplicate.  IC50 values (concentrations 
required to inhibit 50% of specific binding) were calculated 
by fitting displacement curves using non-linear least squares 
regression analysis and the inhibitory constant (Ki) values 
were determined with Prism (GraphPad Sofware). The dis-
sociation constant (KD) values of  [3H]TCP in each rat brain 
membrane preparation used for Ki calculation was obtained 
from Vignon et al. (KD = 5,5 nM in rat hippocampus, and 

KD = 6,5 nM in rat frontal cortex), and Bénavidès et al. 
(KD = 21 nM in rat forebrain) [31, 32].

The pharmacological selectivity profile of  [19F]FNM was 
evaluated by measuring its effects on the binding of seven 
specific radioligands for other neurotransmitters receptors: 
 [3H]glycine (45.2  Ci/mmol, Perkin-Elmer),  [3H]AMPA 
(55.7  Ci/mmol, Perkin-Elmer),  [3H]kainic acid (30  Ci/
mmol, Perkin-Elmer),  [3H]diprenorphin (25.8 Ci/mmol, 
Perkin-Elmer),  [3H]DAMGO (50 Ci/mmol, Perkin-Elmer), 
 [3H]SCH23390 (80  Ci/mmol, American Radiolabeled 
Chemicals, Inc.), and  [3H]raclopride (80 Ci/mmol, Ameri-
can Radiolabeled Chemicals, Inc.). Competition binding 
assays were performed as described above, using several 
rat brain membrane preparations. Experimental protocols 
were first validated using homologous competition and are 
documented in Table 1.

In Vivo Study

Animals

This study was conducted under protocols approved by the 
French Animal Ethics Committee (No. 2016021711398144). 
Sixteen Sprague Dawley female rats were used for this study 
(300–350 g, over 11 weeks old, Elevage Janvier, LeGenest-St-
Isle, France). The animals were housed in a climate-controlled 
room with a 12/12-h light cycle and fed standard rat chow and 
water ad libitum. During housing, animals were monitored twice 
a day for health status over 24 h post-surgery and then daily.

Table 1  Experimental protocols for competition binding assays

Putative receptor Radioligand Buffer Rats brain membranes Incubation condition Reference

NMDA, glycine site [3H]glycine (50 nM) Tris–HCl (50 mM, pH 
7,5) containing strych-
nine (100 µM)

Rat forebrain (100 µg 
protein)

60 min; 4 °C [33]

AMPA receptor [3H]AMPA (10 nM) Tris–HCl (50 mM, pH 
7,5) containing KSCN 
(100 mM)

Rat forebrain (100 µg 
protein)

60 min; 4 °C [34]

Kaïnic acid receptor [3H]kaïnic acid (20 nM) Tris–HCl (50 mM, pH 
7,5)

Rat forebrain (100 µg 
protein)

120 min; 4 °C [35]

Opioid receptor [3H]diprenorphine 
(1 nM)

Tris–HCl (50 mM, pH 
7,5)

Rat forebrain (50 µg 
protein)

60 min; room tempera-
ture

[36]

µ-opioid receptor [3H]DAMGO (1 nM) Tris–HCl (50 mM, pH 
7,5)

Rat forebrain (50 µg 
protein)

60 min; room tempera-
ture

[36]

Dopaminergic receptor 
 (D1)

[3H]SCH23390 (1 nM) Tris–HCl (50 mM, pH 
7,5) containing NaCl 
(120 mM),  MgCl2 
(1 mM)

Rat striatum (50 µg 
protein)

60 min; room tempera-
ture

[37]

Dopaminergic receptor 
 (D2)

[3H]raclopride (1 nM) Tris–HCl (50 mM, pH 
7,5) containing NaCl 
(120 mM),  MgCl2 
(1 mM)

Rat striatum (50 µg 
protein)

60 min; room tempera-
ture

[38]
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Experimental Design

We randomized 16 rats into two groups: 9 control rats with-
out lesion and 7 injured rats with stereotaxic QA injection 
in the left hemisphere. To minimize the number of animals 
used, 3 injured rats also received stereotaxic injection of 
0.9% saline solution (NaCl) in the right hemisphere in order 
to evaluate the effect of stereotaxic injection on  [18F]FNM 
fixation. Control rats were imaged once while lesioned rats 
were imaged 24 and 72 h after injury.

Stereotaxic Lesions

Seven adult female Sprague–Dawley rats were anesthetized 
with pentobarbital (50 mg/kg, intraperitoneal injection) and 
premedicated with methylprednisolone 0.4 mg/kg. Cortical 
lesions focused on the caudal forelimb motor area (M1) were 
induced by QA stereotaxic injection into the left hemisphere 
at the following stereotaxic coordinates: antero-posterior 0, 
2.5 mm lateral to Bregma, and 2 mm deep [39]. QA, an 
agonist of NMDARs acting as an excitotoxin, was injected 
at a rate of 0.4 μL/min using a Hamilton micro syringe fitted 
with a 22G needle. After the infusion of 2 μl (300 nM), the 
cannula was left in place for 5 min to allow complete diffu-
sion of the injected solution. The incision was sutured and 
the rats were allowed to recover in their normal environment.

Radiotracer Preparation

[18F]FNM was synthetized according to a previously 
described method [19]. Briefly,  [18F]FNM was produced 
by nucleophilic substitution using 1-[N-(tert-butyloxy)
carbamoyl]-3-(tosyl)ethyl-adamantane as the precursor on 
a Raytest® module. After complete removal of the solvent 
by azeotropic drying, the precursor was added to the reac-
tion vial and was heated for 20 min at 125 °C. The reac-
tion mixture was cooled, added to the hydrolysis solution 
(hydrochloric acid 6 N) and heated for 10 min at 110 °C, 
causing hydrolysis of the BOC (tert-butoxycarbonyle) group. 
The reaction mixture was then neutralized by adding 6 N 
NaOH and 0.5 M trisodium citrate solution. Pre-purification 
was achieved using a Sep-Pak cartridge (waters C18 Plus). 
The lipophilic compound trapped in the cartridge was eluted 
with 2 mL of ethanol. HPLC purification was carried out 
on a semi-preparative column (Cluzeau Info Labo Stabil-
ity Basic C-18 CIL; 250 × 10 mm, particle size 5 μm) with 
a mobile phase consisting of 100% ethanol/sodium acetate 
(0.1 M) mixture (45/55, v/v). The  [18F]FNM retention time 
was 15 min with a flow rate of 2 mL/min. Post-purification 
was performed in order to obtain a solution containing 10% 
of ethanol and 90% of saline.

Image Acquisition

Imaging was performed with a hybrid microPET/CT 
(NanoScan/CT, Mediso), 24 and 72 h after injury. Ani-
mals were initially anesthetized with an isoflurane mixture 
(4% induction, 2% maintenance, carrier gas medical air/O2 
50/50 0.5 L/min). Acquisition was performed 40 min after 
injection of 30 MBq + / − 20 of  [18F]-FNM in a heparin-
ized catheter in the tail vein. CT (computed tomography) 
acquisitions were performed during 3.5 min (parameters: 50 
kVp, 800 μA) followed by whole-body static PET images 
(energy window: 400–600 keV) in list mode during 30 min 
and reconstructed using 3D mode (Tetra-Tomo3D Mediso) 
with 4 iterations and 6 subsets. The size of the images ini-
tially reconstructed (mm) was 470 × 388 × 750 (x,y,z). The 
voxel size (μm) was 126 × 126 × 126. All images were auto-
matically corrected for radioactive decay due to manufac-
turer software settings. Following the reconstruction, the CT 
images were spatially aligned to match the PET images. In 
addition to image reconstruction, the CT data were used for 
attenuation correction of PET images.

Image Processing, Co‑Registration, and Statistical Analysis

We have performed three types of data analysis:

1) Z-score analysis: The nine cerebral images of rats with-
out lesion were realigned and underwent an elastic reg-
istration allowing the creation of a template (FSL soft-
ware). Then, a descriptive voxel-wise analysis with SPM 
software was carried out in order to determine a Z-score 
map between injured and controls rats. Z-score = [(indi-
vidual value)—(control mean)]/(control SD). With 
MRICron software, Z-score map between each injured 
rat and control rats template obtained 24 and 72 h after 
injury were co-registered with elastic transformations 
to an average rat brain atlas (Rat W. Schiffer, [40]). Left 
and right cortex were then delineated on each Z-score 
map. Anatomical regions of interest were classified as 
follows: QA_left_cortex, no_NaCl_right_cortex and 
NaCl_right_cortex. Then, the percentage rate of voxels 
with a Z-score value exceeding the threshold value of 
3 was determine in each anatomical region in order to 
highlight differences of  [18F]FNM uptake with QA or 
NaCl stereotaxic injection.

2) SUVR of each brain area after brain segmentation: With 
PMOD Software (v3.905), the rat W. Schiffer brain atlas 
was applied on injured and control rats (Fig. 1) in order 
to delineate volumes of interest (VOI) corresponding to 
brain areas. The standard uptake values (SUV) of each 
VOI were computed. In order to standardize data, a ratio 
of brain areas to that in the whole cerebellum was cal-
culated (SUVR). The homogeneity of cerebellar SUVs 
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between groups was tested using one-way ANOVA. The 
difference in  [18F]FNM uptake in control and injured 
rats 24 or 72 h after injury in each cortical area was 
then interrogated with an unpaired one-tailed Student 
t-test applied on the mean SUVR between each group. 
In order to verify the absence of  [18F]FNM uptake in the 
right hemisphere of rats having received saline stere-
otaxic injection, SUVR of the NaCl injection area has 
also been compared between groups using one-way 
ANOVA. For each analysis, a Fisher test was used to 
assess variance homogeneity. In case of non-homoge-
neous variances, Welch t-test have been performed.

3) Manual VOI delineation of  [18F]FNM uptake on injured 
rats: QA having diffused in a variable way in cortical 
areas according to the individuals, we visually deline-
ated increased  [18F]FNM uptake areas in each injured 
rat. SUVRs of these areas were then compared with 
the corresponding areas in the control group using the 
unpaired one-tailed Student t-test.

Normal distribution of data was confirmed using the 
Shapiro–Wilk test. In the case of a non-Gaussian data dis-
tribution, a Mann–Whitney test was performed instead 
of the Student test. All statistical analysis was performed 
using GraphPad Prism Software (v9.3.1). Where applicable, 
results are presented as mean ± standard deviation (SD).

Results

In Vitro Binding Assays

The affinity of  [19F]FNM for the NMDA PCP site was meas-
ured by the inhibition of  [3H]TCP binding in different rat 
brain membrane suspensions. Results appear in Table 2 

and Fig.  2.  IC50 values are 13 ± 9 µM in the forebrain, 
80.8 ± 15.1 µM in the frontal cortex, and 52.9 ± 9.7 µM in 
the hippocampus.

As shown by the results summarized in Table 3,  [19F]
FNM did not displace specific radioligands of the glycine 

Fig. 1.  [18F]-FNM PET images of control rat (A), injured rat 24 h (B), and 72 h after injury (C and D, with Rat_W.Schiffer atlas). Imaged from 
injured rats 24 h and 72 h after injury (B, C, and D) are not the same subject.

Table 2  Binding affinity of  [19F]FNM to the NMDA PCP site

a:  IC50 is the concentration of  [19F]FNM inhibiting 50% of  [3H]TCP 
binding; b: Ki was obtained by transforming  IC50 values according 
to the Cheng and Prusoff equation. For the transformation,  KD val-
ues of the  [3H]TCP in hippocampus, frontal cortex and forebrain was 
obtained from the literature [31, 32]

Rat brain membranes 
suspensions

IC50
a ± SEM (M) Ki

b ± SEM (M)

Frontal cortex 8.08 ± 1.51.10−5 3.39 ± 0.72.10−5

Hippocampus 5.29 ± 0.97.10−5 1.92 ± 0.14.10−5

Forebrain 1.30 ± 0.89.10−5 7.81 ± 5.36.10−6

Fig. 2.  Heterologous inhibition curves. Inhibition of the binding 
of  [3H]TCP by increasing concentrations of  [19F]FNM in several 
rat brain membrane suspensions. Percentage of non-specific bind-
ing: 69.57 ± 4.78% in forebrain, 50.06 ± 9.22% in hippocampus, and 
51.55 ± 4.85% in frontal cortex.
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site, AMPA, kainite, or dopaminergic receptors. It is able to 
bind opioid receptors with a low affinity.

In vivo study

Z‑Score Analysis

Twenty-four and seventy-two hours after stereotaxic QA injec-
tion, 12.1 ± 7.7% and 7.5 ± 6.4% of the voxels of the left cortex 

presented a Z-score exceeding a threshold of Z-score > 3 and 
therefore a  [18F]FNM uptake significantly higher than controls 
(Fig. 3 and Table 4). In the right cortex, the percentage of voxels 
with a Z-score higher than 3 were 0.7 ± 0.03% and 4.6 ± 4.5% 
with and without NaCl stereotaxic injection, respectively, 24 h 
after injury and 0.7 ± 0.5% and 1.7 ± 0.8% 72 h post-injury. 
Stereotaxic injection alone did not affect  [18F]FNM uptake. 
Unlike the left cortex, there were very few significant voxels 
in the right cortex with and without NaCl stereotaxic injection.

Table 3  Affinity of  [19F]FNM for other CNS receptors

Target Radioligand Ligand used as posi-
tive control

IC50 ± SEM (Homologous inhibi-
tion/Positive control) (M)

IC50 ± SEM  ([19F]
FNM inhibition) 
(M)

NMDA receptor glycine site [3H]-glycine L-glycine 3.5 ± 2.2.10−7 No inhibition
AMPA receptor [3H]-AMPA AMPA 2.7 ± 1.7.10−7 No inhibition
Kaïnate receptor [3H]-kainic acid Kaïnic acid 6.5 ± 2.5.10−8 No inhibition
Opioïd receptors [3H]-diprenorphine Diprenorphine 5.4 ± 2.4.10−10 9.6 ± 2.8 .10−5

µ opioïd receptor [3H]-DAMGO DAMGO 9.1 ± 0.8.10−10 1.4 ± 0.2.10−4

Dopaminergic receptor (D1) [3H]-SCH23390 SCH23390 6.2 ± 2.4.10−9  >  10−3

Dopaminergic receptor (D2) [3H]-raclopride Butaclamol 7.6 ± 3.6.10−9  >  10−3

Fig. 3.  A, B Percentage of vox-
els with a Z-score value exceed-
ing the threshold value of 3 in 
left cortex of injured rats, and 
right cortex of injured rats with 
or without NaCl stereotaxic 
injection, 24 h (A) or 72 h (B) 
after injury. C, D Z-score map 
without (C) and with (D) rat 
brain Schiffer atlas.

Table 4  Mean number of 
voxels ± SD with z-score > 3 in 
rats brains cortex

24 h post-injury 72 h post-injury

Data Number of voxel % Number of voxel %

QA_left_cortex 2630 ± 686 12.06 ± 7.71 1644 ± 624 7.54 ± 6.40
no_NaCl_right_cortex 1001 ± 286 4.59 ± 4.46 361 ± 126 1.66 ± 0.82
NaCl_right cortex 153 ± 4 0.70 ± 0.03 141 ± 58 0.65 ± 0.46
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SUVR of Each Brain Area After Brain Segmentation

There was no significant difference between mean cerebel-
lum SUVs (one-way ANOVA, p value = 0.54) in all groups, 
see Fig. 4A. The cerebellum was, therefore, taken as a refer-
ence to calculate the SUVRs of each cortical area delimited 
using the Schiffer atlas. Accordingly, to z-score analysis, we 
did not observe significant difference of  [18F]FNM uptake in 
the NaCl injection area between groups, see Fig. 4B (one-
way ANOVA, p value = 0.96).

There is a significant difference of  [18F]FNM uptake 
in the left hemisphere in the entorhinal cortical area (p 
value = 0.015), striatum (p value = 0.019), and amygdala (p 
value = 0.024) between injured rats 24 h after injury and 
controls (Fig. 5). These differences are no longer significant 
after 72 h. No significant difference was observed between 
the groups in the brain areas of the right hemisphere 24 h 
and 72 h after injury.

Manual VOI Delineation of  [18F]FNM Uptake on Injured Rats

In the frontal and left somatosensory areas,  [18F]FNM PET 
detected a mean of 37% and 41% increase in  [18F]FNM 
uptake (p < 0.0001) 24 and 72 h, respectively, after QA 
stereotaxic injection compared to the control group, see 
Fig. 6A. The mean SUVR of the  [18F]FNM uptake VOI was 
1.51 ± 0.08 and 1.55 ± 0.15 24 h and 72 h after injury com-
pared to 1.10 ± 0.12 in the frontal and somatosensory areas 
of controls.  [18F]FNM uptake was also found in some injured 
rats in the left and right visual and auditory areas (Fig. 6B 

and C). Uptake was significantly higher in injured rats 24 h 
(p < 0.0001 on the left side and p = 0.0006 on the right side) 
and 72 h (p = 0.0001 on the left side and p < 0.0001 on the 
right side) after the lesion compared to controls.

Discussion

The aim of this study was to evaluate the ability of 
 [18F]-FNM to localize activated NMDA receptors in a 
rat preclinical model of excitotoxicity. In vitro binding 
experiments were carried out to determine the affinity of 
 [19F]-FNM for the PCP site of NMDARs and other CNS 
receptors. As shown in Table 2,  [19F]-FNM inhibited the 
binding of the NMDA-type receptor antagonist  [3H]-TCP 
with different  IC50 values according to the membranes used. 
These different affinities can be explained by the variability 
of receptor subunit composition in different areas. This range 
of values is similar to those reported by Salabert et al. [19] 
and confirms that  [18F]-FNM belongs to the class of moder-
ate to low affinity uncompetitive antagonists of NMDARs 
such as memantine or  [18F]-MEM [41, 42]. We also exam-
ined the selectivity profile of  [19F]-FNM with respect to vari-
ous other cerebral receptors. These targets were chosen from 
a previous study on the in vitro evaluation of another mole-
cule having a similar chemical structure to FNM, 1-amino-3-
[18F]fluoromethyl-5-methyl-adamantane  ([18F]-MEM) [41]. 
In this study, in vitro receptor screening was performed to 
measure the inhibitory effects of  [19F]-MEM on different 
CNS receptors. We selected those for which the percentage 

Fig. 4.  A Mean cerebel-
lum SUV ± SD of  [18F]FNM 
uptake in cerebellum. B Mean 
SUVRs ± SD of  [18F]FNM 
uptake in NaCl injection area in 
controls and injured rats with 
and without NaCl stereotaxic 
injection 24 h and 72 h after 
injury. SUVR = SUV NaCl 
injection area/SUV cerebellum.



699Molecular Imaging and Biology (2023) 25:692–703 

1 3

inhibition (PI) of  [19F]-MEM was greater than 10% and 
therefore on which FNM was most likely to bind. Among 
these targets,  [19F]-FNM did not displace specific radioli-
gands of the glycine site, AMPA, kainate, and dopaminergic 

receptors. It is able to bind opioids but, in the forebrain, 
the selectivity of FNM for the NMDA receptor ion-channel 
was at least sevenfold higher compared to the other targets 
examined. Opioid binding could cause PET images analysis 

Fig. 5.  Mean SUVRs ± SD 
of  [18F]FNM uptake. 
SUVR = SUV area/SUV 
cerebellum in right (A) and left 
hemispheres (B) in injured rats 
and controls. C Left hemisphere 
areas in which  [18F]FNM uptake 
is significantly different between 
injured and controls.
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difficulties. With FNM’s  IC50 value towards NMDAR PCP 
site being in the same order of magnitude as the concentra-
tion found in vivo in the brain after PET tracer injection, it 
can be assumed that in vivo FNM uptake is due to the bind-
ing of the tracer on opened NMDARs.

We decided to perform our study of in vivo imaging 
NMDAR activation with  [18F]FNM PET using QA stere-
otaxic injection. Stereotaxic injection of the naturally 
occurring NMDA agonist QA serves as a valuable in vivo 
model to study excitotoxic cell damage in the CNS [28, 
43, 44]. Our aim was to open NMDARs on a large scale 
in order to visualize if  [18F]FNM PET could detect this 
activation before testing this imaging technique on another 
preclinical model in which the receptors would be acti-
vated on the smallest well-delineated zone. For example, 
the hippocampus could be an interesting target for further 
studies, due to the dysfunction of NMDARs found in this 
area in various pathologies such as schizophrenia [45] or 
Alzheimer’s disease [46]. According to the literature, QA 
has no influence on the bioavailability of opioid receptors 

[28, 47, 48], therefore, even if FNM can bind to it with a 
low affinity, the uptake is indeed due to an opening of the 
NMDARs. Moreover, the z-score analysis and comparison 
of SUVRs in the NaCl injection area between controls and 
injured rats shows that saline stereotaxic injection does not 
cause NMDAR opening. In the right cortex, the percentage 
of voxels with a Z-score exceeding 3 was slightly higher 
with saline stereotaxic injection, see Fig. 3A. This may 
be the result of changes in the QA dissemination induced 
by NaCl injection. Thus, injured rats with or without 
NaCl injection in the right motor areas were not treated 
separately in subsequent analyses. With mean cerebellum 
SUVs being not different between groups (see Fig. 4A), we 
chose to use the whole cerebellum as a reference region 
for SUVR calculation.

SUVRs analysis after brain segmentation on PMOD 
using Schiffer’s atlas [40] highlights a significantly greater 
uptake (p < 0.05) of  [18F]FNM in the left striatum, entorhinal 
cortex, and amygdala of injured rats 24 h after AQ injec-
tion, compared with control rats. These differences were not 

Fig. 6.  Mean SUVR ± SD of  [18F]FNM uptake in manually deline-
ated VOIs in injured rats compared to those of the same areas in 
controls. [.18F]FNM uptake increased in 3 cortical regions depend-
ing on the individuals: frontal and left somatosensory areas (A 
n = 7, VOI volume = 3.06 ± 1.70.10–2 ccm, and n = 5, VOI vol-
ume = 2.13 ± 2.26.10–2 ccm, 24  h and 72  h post-injury), left vis-

ual and auditory areas (B n = 6 VOI volume = 6.25 ± 3.84.10–3 
ccm, and n = 5 VOI volume = 4.38 ± 4.08.10–3 ccm 24  h 
and 72  h post-injury), and right visual and auditory areas (C 
n = 3 VOI volume = 2.97 ± 2.39.10–3 ccm, and n = 4 VOI vol-
ume = 5.28 ± 4.24.10–3 ccm 24 h and 72 h post-injury).
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observed in the right hemisphere, which suggests that they 
are due to NMDARs opening in these regions following QA 
injection. However, no significant differences are observed 
between injured rats and controls, 72 h after injury. Although 
the amount of QA injected and the positioning of the injec-
tion needle was the same in all rats, QA diffusion through 
the brain was not homogenous and varied according to the 
individuals.  [18F]FNM uptake areas straddled the borders of 
different brain regions in varying volumes. Therefore, it is 
very difficult to highlight these areas by comparing the aver-
age SUVRs of each brain region. This approach is therefore 
not suitable to objectify differences in  [18F]FNM binding 
which may be due to preclinical model variability.

One limitation of this study was the low number of rats in 
each group, especially 72 h after injury because two rats died 
in the time interval between the two imaging phases which 
reduced our power to detect QA-induced NMDAR activa-
tion. This preclinical model using QA stereotaxic injection 
resulted in various effect sizes of  [18F]FNM uptake that 
were nonetheless highly significant despite the low number 
of rats. However, this study shows that QA lesions are very 
difficult to delineate because of the non-reproducibility of 
QA diffusion. This leads to an unequal distribution of SUVR 
values in tracer-binding areas but also to a great variability 
of volume in these areas. We therefore had no choice but to 
delineate these regions manually.

The third analysis, with manually delineated VOI, showed 
that  [18F]FNM PET can detect in vivo activated NMDARs 
following QA stereotaxic injection in rats.  [18F]FNM uptake 
is mostly seen in the frontal area (including cingulate, fron-
tal association, medial prefrontal, and orbitofrontal cortex) 
and in the left somatosensory cortex. There is no  [18F]FNM 
uptake in the motor cortex where QA is injected, possibly 
due to widespread brain tissue damage in this area. The bevel 
of the needle pointing forward during the injection means 
QA diffusion is directed towards frontal and somatosensory 
areas.  [18F]FNM uptake is also observed in some rats in the 
right and left visual and auditory areas. This phenomenon 
may be due to the existence of neural networks between 
these two regions as described by Boonzaier et al. [49].

Conclusions

In spite of its moderate affinity and selectivity toward 
NMDAR,  [18F]FNM PET imaging makes it possible to 
visualize major excitotoxicity in the rat brain. Indeed, in 
our in vivo study,  [18F]-FNM uptake allowed us to deline-
ate areas of excitotoxicity as injured areas but also other 
areas with secondary NMDAR activation. This promising 
result provides the means to envisage the use of this tracer 
in order to study pathologies in which abnormal activity 
of NMDAR is suspected. We also showed that we could 

use a homogeneous reference zone, namely the cerebellum, 
to help with image analysis. NMDAR activation is one of 
the most complicated imaging targets because of its vari-
ability and the difficulty of tracer access to the binding site. 
In vivo visualization of its activation is therefore especially 
challenging.

Acknowledgements We thank the CREFRE-Oncopole Experimental 
Zootechny and Non-Invasive Exploration Teams-US006/CREFRE 
Inserm/UPS/ ENVT Anexplo Platform for animal imaging. We thank 
IMAVITA for providing animal tissue for in vitro experimentations. 
We thank the fluorination platform of Toulouse University Hospital for 
providing  [18F]FNM. This study was funded by the European Regional 
Development Fund (Grant No. 16015075/MP0014063) and Occitania 
Region (Mutualized Platform Grant No. 16015090) PIR2 and Labex 
IRON (11-LABX-0018). 

Author Contribution Marie Beaurain wrote the first draft of the manu-
script, performed in vitro experimentations, images analysis on PMOD 
and MRI Cron, and undertook statistical analysis. Anne-Sophie Sal-
abert designed the study, performed animal experimentations, and 
wrote the protocol. Franck Talmont validated the protocol and data 
analysis. Damien Pierre performed animal experimentations. Patrice 
Péran designed images processing on spm software. Samuel Boucher 
performed images processing, created the template on FSL software. 
Marie-Pierre Rols, Olivier Cuvillier, and Pierre Payoux provided the 
necessary resources to carry out this study. All authors contributed to 
and have approved the final manuscript.

Declarations 

Conflict of Interest The authors declare no competing interests.

Open Access This article is licensed under a Creative Commons Attri-
bution 4.0 International License, which permits use, sharing, adapta-
tion, distribution and reproduction in any medium or format, as long 
as you give appropriate credit to the original author(s) and the source, 
provide a link to the Creative Commons licence, and indicate if changes 
were made. The images or other third party material in this article are 
included in the article's Creative Commons licence, unless indicated 
otherwise in a credit line to the material. If material is not included in 
the article's Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will 
need to obtain permission directly from the copyright holder. To view a 
copy of this licence, visit http:// creat iveco mmons. org/ licen ses/ by/4. 0/.

References 

 1. Sahai S (1990) Glutamate in the mammalian CNS. Eur Arch Psy-
chiatry Clin Nuerosci 240(2):121–33

 2. Wroge CM, Hogins J, Eisenman L, Mennerick S (2012) Synaptic 
NMDA receptors mediate hypoxic excitotoxic death. J Neurosci 
32(19):6732–42

 3. de Curtis M, Avanzini G (2001) Interictal spikes in focal epilep-
togenesis. Prog Neurobiol avr 63(5):541–567

 4. Lau A, Tymianski M (2010) Glutamate receptors, neurotoxicity 
and neurodegeneration. Pflugers Arch juill 460(2):525–542

 5. Adell A (2020) Brain NMDA Receptors in schizophrenia and 
depression. Biomolecules 10(6):E947

 6. Vyklicky V, Korinek M, Smejkalova T, Balik A, Krausova B, 
Kaniakova M et al (2014) Structure, function, and pharmacology 
of NMDA receptor channels. Physiol Res 63(Suppl 1):S191-203

http://creativecommons.org/licenses/by/4.0/


702 Molecular Imaging and Biology (2023) 25:692–703

1 3

 7. Sobrio F, Gilbert G, Perrio C, Barré L, Debruyne D (2010) PET 
and SPECT imaging of the NMDA receptor system: an over-
view of radiotracer development. Mini Rev Med Chem août 
10(9):870–886

 8. Kim JH, Marton J, Ametamey SM, Cumming P (2020) A review 
of molecular imaging of glutamate receptors. Molecules janv 
25(20):4749

 9. Blin J, Denis A, Yamaguchi T, Crouzel C, MacKenzie ET, Baron 
JC (1991) PET studies of [18F]methyl-MK-801, a potential 
NMDA receptor complex radioligand. Neurosci Lett 121(1):183–6

 10. Orita K, Sasaki S, Maeda M, Hashimoto A, Nishikawa T, Yugami 
T et al (1993) Synthesis and evaluation of 1-{1-[5-(2′-[18F]
Fluoroethyl)-2-thienyl]-cyclohexyl}piperidine as a potential in 
vivo radioligand for the NMDA receptor—channel complex. Nucl 
Med Biol 20(7):865–73

 11. Kumlien E, Hartvig P, Valind S, Oye I, Tedroff J, Långström B 
(1999) NMDA-receptor activity visualized with (S)-[N-methyl-
11C]ketamine and positron emission tomography in patients with 
medial temporal lobe epilepsy. Epilepsia 40(1):30–37

 12. Sasaki S, Kanda T, Ishibashi N, Yamamoto F, Haradahira T, 
Okauchi T et al (2001) 4,5,9,10-Tetrahydro-1,4-ethanobenz[b]
quinolizine as a prodrug for its quinolizinium cation as a ligand 
to the open state of the TCP-binding site of NMDA receptors. 
Bioorg Med Chem Lett 11(4):519–21

 13. Sasaki S, Ishibashi N, Kuwamura T, Sano H, Matoba M, Nisi-
kawa T et al (1998) Excellent acceleration of the Diels-Alder reac-
tion by microwave irradiation for the synthesis of new fluorine-
substituted ligands of NMDA receptor. Bioorg Med Chem Lett 
8(21):2983–6

 14. Vibholm AK, Landau AM, Møller A, Jacobsen J, Vang K, Munk 
OL et al (2021) NMDA receptor ion channel activation detected 
in vivo with [18F]GE-179 PET after electrical stimulation of rat 
hippocampus. J Cereb Blood Flow Metab juin 41(6):1301–1312

 15. McGinnity CJ, Hammers A, Riaño Barros DA, Luthra SK, Jones 
PA, Trigg W et al (2014) Initial evaluation of 18F-GE-179, a 
putative PET tracer for activated N-methyl D-aspartate receptors. 
J Nucl Med mars 55(3):423–430

 16. Vibholm AK, Landau AM, Alstrup AKO, Jacobsen J, Vang K, 
Munk OL et al (2020) Activation of NMDA receptor ion channels 
by deep brain stimulation in the pig visualised with [18F]GE-179 
PET. Brain Stimulation. 13(4):1071–8

 17. Golla SSV, Klein PJ, Bakker J, Schuit RC, Christiaans JAM, van 
Geest L et al (2015) Preclinical evaluation of [18F]PK-209, a new 
PET ligand for imaging the ion-channel site of NMDA receptors. 
Nucl Med Biol 42(2):205–12

 18. Schoenberger M, Schroeder FA, Placzek MS, Carter RL, Rosen 
BR, Hooker JM et al (2018) In Vivo [18F]GE-179 brain signal 
does not show NMDA-specific modulation with drug chal-
lenges in rodents and nonhuman primates. ACS Chem Neurosci 
9(2):298–305

 19. Salabert AS, Fonta C, Fontan C, Adel D, Alonso M, Pestourie 
C et al (2015) Radiolabeling of [18F]-fluoroethylnormemantine 
and initial in vivo evaluation of this innovative PET tracer for 
imaging the PCP sites of NMDA receptors. Nucl Med Biol août 
42(8):643–653

 20. Salabert AS, Mora-Ramirez E, Beaurain M, Alonso M, Fontan C, 
Tahar HB et al (2018) Evaluation of [18F]FNM biodistribution 
and dosimetry based on whole-body PET imaging of rats. Nucl 
Med Biol avr 59:1–8

 21. Couly S, Denus M, Bouchet M, Rubinstenn G, Maurice T (2021) 
Anti-Amnesic and neuroprotective effects of fluoroethylnorme-
mantine in a pharmacological mouse model of alzheimer’s dis-
ease. Int J Neuropsychopharmacol 24(2):142–57

 22. Chen BK, Le Pen G, Eckmier A, Rubinstenn G, Jay TM, Denny 
CA (2021) Fluoroethylnormemantine, a novel derivative of 

memantine, facilitates extinction learning without sensorimotor 
deficits. Int J Neuropsychopharmacol 24(6):519–31

 23. Chen BK, Luna VM, Shannon ME, Hunsberger HC, Mastrodo-
nato A, Stackmann M et al (2021) Fluoroethylnormemantine, a 
novel NMDA receptor antagonist, for the prevention and treat-
ment of stress-induced maladaptive behavior. Biol Psychiatry 
90(7):458–72

 24. Wu Y-N, Johnson SW (2015) Memantine selectively blocks extra-
synaptic NMDA receptors in rat substantia nigra dopamine neu-
rons. Brain Res 1603:1–7. https:// doi. org/ 10. 1016/j. brain res. 2015. 
01. 041

 25. Parsons MP, Raymond LA (2014) Extrasynaptic NMDA recep-
tor involvement in central nervous system disorders. Neuron 
82(2):279–93

 26. Lugo-Huitrón R, UgaldeMuñiz P, Pineda B, Pedraza-Chaverrí J, 
Ríos C, Pérez-de la Cruz V (2013) Quinolinic acid: an endogenous 
neurotoxin with multiple targets. Oxidative Med Cellular Longev 
2013:e104024

 27. Schwarcz R, Guidetti P, Sathyasaikumar KV, Muchowski PJ 
(2010) Of mice, rats and men: revisiting the quinolinic acid 
hypothesis of Huntington’s disease. Prog Neurobiol 90(2):230–45

 28. Stone TW, Perkins MN (1981) Quinolinic acid: a potent endog-
enous excitant at amino acid receptors in CNS. Eur J Pharmacol 
72(4):411–2

 29. Talmont F, Moulédous L, Piedra-Garcia L, Schmitt M, Bihel F, 
Bourguignon JJ et al (2010) Pharmacological characterization of 
the mouse NPFF2 receptor. Peptides févr 31(2):215–220

 30. Vignon J, Chicheportiche R, Chicheportiche M, Kamenka JM, 
Geneste P, Lazdunski M (1983) [3H]TCP: a new tool with high 
affinity for the PCP receptor in rat brain. Brain Res 280(1):194–7

 31. Vignon J, Privat A, Chaudieu I, Thierry A, Kamenka MJ, 
Chicheportiche R (1986) [3H]Thienyl-phencyclidine ([3H]TCP) 
binds to two different sites in rat brain. Localization by autoradio-
graphic and biochemical techniques. Brain Res 378(1):133–41

 32. Bénavidès J, Rivy JP, Carter C, Scatton B (1988) Differential 
modulation of [3H]TCP binding to the NMDA receptor by L-glu-
tamate and glycine. Eur J Pharmacol 149(1–2):67–72

 33. Grimwood S, Wilde GJ, Foster AC (1993) Interactions between 
the glutamate and glycine recognition sites of the N-methyl-D-
aspartate receptor from rat brain, as revealed from radioligand 
binding studies. J Neurochem mai 60(5):1729–1738

 34. Murphy DE, Snowhill EW, Williams M (1987) Characteriza-
tion of quisqualate recognition sites in rat brain tissue using 
DL-[3H]alpha-amino-3-hydroxy-5-methylisoxazole-4-propi-
onic acid (AMPA) and a filtration assay. Neurochem Res sept 
12(9):775–781

 35. Simon JR, Contrera JF, Kuhar MJ (1976) Binding of [3H] kainic 
acid, and analogue of Lglutamate, to brain membranes. J Neuro-
chem janv 26(1):141–147

 36. Talmont F, Lebrun C, Zajac JM (2020) Agonist binding of human 
mu opioid receptors expressed in the yeast Pichia pastoris: effect 
of cholesterol complementation. Neurochemistry International 
132:104588

 37. Billard W, Ruperto V, Crosby G, Iorio LC, Barnett A (1984) 
Characterization of the binding of 3H-SCH 23390, a selec-
tive D-1 receptor antagonist ligand, in rat striatum. Life Sci 
35(18):1885–93

 38. Noguchi J, Zhang MR, Yanamoto K, Nakao R, Suzuki K (2008) In 
vitro binding of [(11)C]raclopride with ultrahigh specific activity 
in rat brain determined by homogenate assay and autoradiography. 
Nucl Med Biol janv 35(1):19–27

 39. Paxinos G, Watson C (1998) The rat brain in stereotaxic coordi-
nates (4th ed). Academic Press, San Diego

 40. Schiffer WK, Mirrione MM, Biegon A, Alexoff DL, Patel V, 
Dewey SL (2006) Serial microPET measures of the metabolic 

https://doi.org/10.1016/j.brainres.2015.01.041
https://doi.org/10.1016/j.brainres.2015.01.041


703Molecular Imaging and Biology (2023) 25:692–703 

1 3

reaction to a microdialysis probe implant. J Neurosci Methods 
155(2):272–84

 41. Samnick S, Ametamey S, Gold MR, Schubiger PA (1997) Syn-
thesis and preliminary in vitro evaluation of a new memantine 
derivative 1-amino-3-[18F]fluoromethyl-5-methyl-adamantane: 
a potential ligand for mapping the N-methyl-D-aspartate receptor 
complex. J Label Compd Radiopharm 39(3):241–50

 42. Bresink I, Danysz W, Parsons CG, Mutschler E (1995) Different 
binding affinities of NMDA receptor channel blockers in various 
brain regions–indication of NMDA receptor heterogeneity. Neu-
ropharmacology 34(5):533–540

 43. Lelos MJ, Dunnett SB (2018) Generating excitotoxic lesion mod-
els of Huntington’s disease. Methods Mol Biol 1780:209–220

 44. Chen HB, Li F, Wu S, An SC (2013) Hippocampus quinolinic 
acid modulates glutamate and NMDAR/mGluR1 in chronic 
unpredictable mild stress-induced depression. Sheng Li Xue Bao 
65(6):577–85

 45. Nour MM, Beck K, Liu Y, Arumuham A, Veronese M, Howes 
OD et al (2022) Relationship between replay-associated ripples 
and hippocampal N-methyl-D-aspartate receptors: preliminary 
evidence from a PET-MEG study in schizophrenia. Schizophr 
Bull Open 3(1):sgac044

 46. Amani M, Zolghadrnasab M, Salari AA (2019) NMDA receptor 
in the hippocampus alters neurobehavioral phenotypes through 
inflammatory cytokines in rats with sporadic Alzheimer-like dis-
ease. Physiol Behav 202:52–61

 47. Churchill L, Dilts RP, Kalivas PW (1990) Changes in gamma-
aminobutyric acid, mu-opioid and neurotensin receptors in the 
accumbens-pallidal projection after discrete quinolinic acid 
lesions in the nucleus accumbens. Brain Res 511(1):41–54

 48. Hosoi R, Fujii Y, Hiroyuki O, Shukuri M, Nishiyama S, Kanazawa M 
et al (2021) Evaluation of intracellular processes in quinolinic acid-
induced brain damage by imaging reactive oxygen species generation 
and mitochondrial complex I activity. EJNMMI Res 11(1):99

 49. Boonzaier J, Straathof M, Ardesch DJ, van der Toorn A, van Vliet 
G, van Heijningen CL et al (2021) Activation response and func-
tional connectivity change in rat cortex after bilateral transcranial 
direct current stimulation-An exploratory study. J Neurosci Res 
mai 99(5):1377–1389

Publisher's Note Springer Nature remains neutral with regard to 
jurisdictional claims in published maps and institutional affiliations.


	Pharmacological Characterization of [18F]-FNM and Evaluation of NMDA Receptors Activation in a Rat Brain Injury Model
	Abstract 
	Purpose 
	Procedures 
	Results 
	Conclusions 

	Introduction   
	Materials and Methods
	In Vitro Binding Assay
	Membrane Preparation
	Competition Studies

	In Vivo Study
	Animals
	Experimental Design
	Stereotaxic Lesions
	Radiotracer Preparation
	Image Acquisition
	Image Processing, Co-Registration, and Statistical Analysis


	Results
	In Vitro Binding Assays
	In vivo study
	Z-Score Analysis
	SUVR of Each Brain Area After Brain Segmentation
	Manual VOI Delineation of [18F]FNM Uptake on Injured Rats


	Discussion
	Conclusions
	Acknowledgements 
	References


