cancers

Article

Correlation of Intraoperative 5-ALA-Induced Fluorescence

Intensity and Preoperative 1'C-Methionine PET Uptake in
Glioma Surgery

Kazuhide Shimizu 1-2*{, Kaoru Tamura !, Shoko Hara 3, Motoki Inaji 13, Yoji Tanaka !, Daisuke Kobayashi 4,

Takashi Sugawara 1(®, Hiroaki Wakimoto 200, Tadashi Nariai 13, Kenji Ishii 3@, Ichiro Sakuma

and Taketoshi Maehara 1

check for
updates

Citation: Shimizu, K.; Tamura, K.;
Hara, S.; Inaji, M.; Tanaka, Y.;
Kobayashi, D.; Sugawara, T.;
Wakimoto, H.; Nariai, T.; Ishii, K.;
et al. Correlation of Intraoperative
5-ALA-Induced Fluorescence
Intensity and Preoperative
C-Methionine PET Uptake in
Glioma Surgery. Cancers 2022, 14,
1449. https://doi.org/10.3390/
cancers14061449

Academic Editor: Giuseppe Minniti

Received: 7 February 2022
Accepted: 8 March 2022
Published: 11 March 2022

Publisher’s Note: MDPI stays neutral
with regard to jurisdictional claims in
published maps and institutional affil-

iations.

Copyright: © 2022 by the authors.
Licensee MDPI, Basel, Switzerland.
This article is an open access article
distributed under the terms and
conditions of the Creative Commons
Attribution (CC BY) license (https://
creativecommons.org/licenses /by /
4.0/).

5

Department of Neurosurgery, Tokyo Medical and Dental University, 1-5-45 Yushima, Bunkyo-ku,

Tokyo 113-8519, Japan; tamura.nsrg@tmd.ac.jp (K.T.); shara.nsrg@tmd.ac.jp (S.H.); inaji.nsrg@tmd.ac.jp (M.L);
tanaka.nsrg@tmd.ac.jp (Y.T.); sugawara.nsrg@tmd.ac.jp (T.S.); nariai.nsrg@tmd.ac.jp (T.N.);
maehara.nsrg@tmd.ac.jp (T.M.)

Department of Neurosurgery, Massachusetts General Hospital, Harvard Medical School, 185 Cambridge St,
Boston, MA 02114, USA; hwakimoto@mgh harvard.edu

Research Team for Neuroimaging, Tokyo Metropolitan Institute of Gerontology, 35-2 Sakaecho, Itabashi-ku,
Tokyo 173-0015, Japan; ishii@pet.tmig.or.jp

Department of Human Pathology, Tokyo Medical and Dental University, 1-5-45, Yushima, Bunkyo-ku,
Tokyo 113-8519, Japan; d-koba.pthl@tmd.ac.jp

Graduate School of Engineering, The University of Tokyo, 7-3-1 Hongo, Bunkyo-ku, Tokyo 113-8654, Japan;
sakuma@bmpe.t.u-tokyo.ac.jp

*  Correspondence: shimizu.nsrg@tmd.ac.jp

Simple Summary: In malignant brain tumor surgery, precise identification of the tumor is essential.
5-Aminolevulinic acid (5-ALA) labels tumor cells with red fluorescence to facilitate tumor resection.
On the other hand, the nuclear medicine imaging technique, positron emission tomography with 11C-
methionine (MET-PET), can delineate tumors precisely but is not widely available. This study aimed
to determine the correlation between intraoperative 5-ALA-induced fluorescence and preoperative
MET-PET signals of gliomas. We quantitatively measured the fluorescence intensity from tumor
samples and calculated the MET-PET uptake by the tumor. Our study showed that strong tumor
fluorescence correlated with high MET-PET uptake and cellular proliferation. Our findings might be
valuable to rapidly provide information on tumor biology at the time of surgery in circumstances
where MET-PET is inaccessible.

Abstract: Background: 5-Aminolevulinic acid (5-ALA) is widely employed to assist fluorescence-
guided surgery for malignant brain tumors. Positron emission tomography with ' C-methionine
(MET-PET) represents the activity of brain tumors with precise boundaries but is not readily avail-
able. We hypothesized that quantitative 5-ALA-induced fluorescence intensity might correlate with
MET-PET uptake in gliomas. Methods: Adult patients with supratentorial astrocytic gliomas who
underwent preoperative MET-PET and surgical tumor resection using 5-ALA were enrolled in this
prospective study. The regional tumor uptake of MET-PET was expressed as the ratio of standardized
uptake volume max to that of the normal contralateral frontal lobe. A spectrometric fluorescence
detection system measured tumor specimens’ ex vivo fluorescence intensity at 635 nm. Ki-67 index
and IDH mutation status were assessed by histopathological analysis. Use of an antiepileptic drug
(AED) and contrast enhancement pattern on MRI were also investigated. Results: Thirty-two pa-
tients, mostly with Glioblastoma IDH wild type (46.9%) and anaplastic astrocytoma IDH mutant
(21.9%), were analyzed. When the fluorescence intensity was ranked into four groups, the strongest
fluorescence group exhibited the highest mean MET-PET uptake and Ki-67 index values. When
rearranged into fluorescence Visible or Non-visible groups, the Visible group had significantly higher
MET-PET uptake and Ki-67 index compared to the Non-visible group. Contrast enhancement on
MRI and IDH wild type tumors were more frequent among the Visible group. AED use did not corre-
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late with 5-ALA-induced fluorescence intensity. Conclusions: In astrocytic glioma surgery, visible
5-ALA-induced fluorescence correlated with high MET-PET uptake, along with a high Ki-67 index.

Keywords: 5-ALA; 5-aminolevulinic acid; MET-PET; glioma; glioblastoma

1. Introduction

The most common primary malignant brain tumor in adults is glioblastoma (GBM).
This cancer, along with other tumor types of the same lineage (collectively adult malignant
gliomas), has a dismal prognosis despite the current intensive treatment strategies [1,2].
GBM, in particular, has an infiltrative nature that makes complete surgical removal challeng-
ing and is resistant to radiation therapy and chemotherapies. Still, aggressive or extensive
surgical removal has been associated with a better prognosis for GBM and other malignant
gliomas [3,4].

To facilitate maximal safe reduction of the tumor, fluorescence-guided surgery (FGS)
has become a widely employed technique to identify the presence of tumor cells intraop-
eratively [5-7]. In FGS, tumor-specific accumulation of a photosensitizer is necessary to
label the tumor with fluorescence. Following the administration of the photosensitizer (or
its precursor), direct illumination of excitation light with a specific wavelength invokes
fluorescence emission to reveal the residual tumor’s presence intraoperatively. This tech-
nique is called photodynamic diagnosis (PDD) [8]. Among many potential photosensitizers,
5-Aminolevulinic acid (5-ALA) is most intensively studied in FGS for malignant brain tu-
mors [9-12]. 5-ALA is one of the amino acids and a natural precursor in heme biosynthesis
and hence is notably safe [10,13]. When 5-ALA is administered orally, it gets metabolized
into the fluorescent molecule Protoporphyrin IX (PpIX) that accumulates specifically in
tumor cells by various mechanisms, including a lack of enzymes that convert PpIX to
heme and decreased activity of transporters [13-17]. In addition, 5-ALA is known to
cross the blood-brain barrier (BBB) [18], and 5-ALA-induced fluorescence in brain tumors
correlates with the malignancy of the tumor cells [19-22] and has >80% sensitivity and
specificity [23]. Consequently, FGS with 5-ALA has been approved in many countries and
proved to enhance the gross total resection of GBM [24,25].

Preoperatively, tumor localization and its boundary must be vigorously investigated
predominantly by imaging studies to assist brain tumor surgery. Magnetic resonance
imaging (MRI) with gadolinium contrast enhancement is the most accepted technique for
diagnosing this actively proliferating tumor. In general, GBM exhibits solid enhancement
on the rim and minor or no enhancement in the necrotic tissue core (ring enhancement)
due to the BBB breakdown in and around the tumor. More recently, positron emission
tomography (PET) imaging with metabolic tracers, especially amino acid tracers such as ' C-
methionine (MET), has been reported to delineate brain tumors with better sensitivity [26]
in the preoperative diagnosis and postoperative follow-up [27]. Furthermore, because
MET accumulates through amino acid transporters [28] and reflects the active metabolism
of the cell [29], MET-PET uptake can occur without the BBB breakdown, allowing MET-
PET to properly represent the activity or malignancy of the brain tumor [30] with more
precise boundaries [31]. Despite the potential advantages of MET-PET in diagnosing
GBM, however, its availability is limited since MET-PET requires special facilities such as a
cyclotron [32].

Given these backgrounds, we hypothesized that quantitative 5-ALA-induced fluo-
rescence intensity might correlate with MET-PET uptake as both parameters reflect the
tumor cell malignancy. Thus, the purpose of this study is to elucidate the relationship
between preoperative MET-PET uptake and intraoperative 5-ALA-induced fluorescence in-
tensity quantified from ex vivo tumor specimens, adding a new axis to the 5-ALA-induced
fluorescence in glioma surgery.
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2. Materials and Methods
2.1. Patient Cohort

The patients were enrolled in this prospective study at the Department of Neuro-
surgery, Tokyo Medical and Dental University, from May 2016 to August 2019. The inclu-
sion criteria were age >20, a diagnosis of supratentorial malignant glioma (newly diagnosed
or recurrent), eligibility for surgical resection of the tumor using 5-ALA, and availability of
the MET-PET data taken prior to the surgery. Biopsy cases were excluded. Because oligo-
dendrogliomas are known to have higher MET-PET uptake relative to astrocytomas [30],
only astrocytic tumors (astrocytomas and GBM) were included in the final analysis. Other
clinical data that might affect the presence of 5-ALA-induced fluorescence, such as the use
of an antiepileptic drug (AED) and the pattern of Gd-enhancement in the preoperative MRI
were also collected.

2.2. MET-PET Scan

Positron emission tomography measurements were determined using a PET scanner
(Headtome IV or V, Shimadzu, Kyoto, Japan) and presented as the equilibrated radioactivity
20 min after intravenous injection of MET (250-350 MBq), as described previously [33].
The transmission data were acquired for each patient with a rotating germanium-68 rod
source for attenuation correction. The regional uptake of MET-PET was expressed as the
standardized uptake volume (SUV) ((tissue activity [Bq]/tissue volume [ml])/(injected
radioisotope activity [Bq]/bodyweight [g])), and the tracer uptake by the tumor was
expressed as the ratio of SUV max of the lesion to that of the normal contralateral frontal
lobe (lesion/normal region ratio: L max/N ratio (SUV max of the lesion/SUV max of
the normal region)). To determine the SUV of the lesion, the regions of interest were
manually placed.

2.3. Tissue Sampling and Fluorescence Measurement

The patients received an oral administration of 5-ALA (Alabel Oral, Nobelpharma Co.,
Ltd., Tokyo, Japan) at 20 mg/kg body weight three hours before elective craniotomy as part
of the routine procedures for fluorescence-guided resection of gliomas. Tumor removal was
conducted using standard neurosurgical procedures. Tumor samples were obtained from
a MET uptake-high region of the tumor according to the image-navigation system using
the preoperative images, including Gd-enhanced MRI and MET-PET [34]. Preoperative
MET-PET images were fused to MRI images during neuronavigation whenever possible.
Otherwise, the MET-PET images were displayed in the operating room for the surgeons to
review at any time.

The ex vivo fluorescence intensity from the tumor specimens was measured immedi-
ately after collecting the sample in the operating room. As previously described [35], we
used a custom-made fluorescence detection system consisting of a semiconductor laser
with 400 nm wavelength, an optic fiber bundle (probe) connected to a cooled CCD array
spectrometer (16-bit resolution) for the excitation and the quantitative detection of the
fluorescence, and a 3D-printed box to fix the distance between the tumor sample and the
optic fiber probe to minimize the deviation of the measured fluorescence intensity. We
chose a 400 nm laser due to commercial availability after confirming that this wavelength
is included in the excitation spectrum [36]. First, tumor samples were briefly pre-scanned
with the 400 nm laser and observed through an optical filter (Kenko Y2 Professional Optical
Filter, Kenko Tokina Co., Ltd., Tokyo, Japan) to confirm the presence of fluorescence, if any.
Then, the samples were cut into pieces of approximately 10 mm to fit the detection system.
The fluorescence intensity was measured at the 635 nm peak by subtracting the baseline at
500 nm.

2.4. Histopathological Analysis

All tumor specimens were subject to histopathological analysis by neuropathologists
who were blinded to the presence of the fluorescence. Hematoxylin and eosin (H&E)
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staining and immunohistochemistry (Ki-67 as the proliferating index, IDH1-R132H for
detecting isocitrate dehydrogenase mutation) were used as part of routine procedures
to make final diagnosis according to 2016 WHO Classification of Tumors of the Central
Nervous System.

2.5. Statistical Analysis

Fluorescence intensity was compared by non-parametric analysis. The Unpaired ¢ test
and one way ANOVA test compared two and multiple groups, respectively. In addition,
the Pearson Chi-square test was used to test the frequency of the two variables. All p-values
were two-sided, and p-values less than 0.05 were considered statistically significant. All
statistical analyses were conducted using JMP version 14.2.0 (SAS Institute Inc., Cary,
NC, USA).

3. Results

A total of 52 adult patients with supratentorial tumors suspected of malignant glioma
underwent surgical resection using 5-ALA, and 32 patients were included in the final
analysis after excluding those without adequate MET-PET data or those diagnosed other
than astrocytic tumors (Figure S1).

Table 1 summarizes the patient characteristics who were included in the analysis. The
median age was 53 (range: 23-81), with 14 females (43.8%) and 18 males (56.3%). The
pathological diagnoses were GBM, IDH wild type, 15 (46.9%); GBM, IDH mutant, 2 (6.3%);
GBM, nos (not otherwise specified), 1 (3.1%); Anaplastic astrocytoma, IDH wild type, 3
(9.4%); Anaplastic astrocytoma, IDH mutant, 7 (21.9%); Diffuse astrocytoma, IDH wild type,
1 (3.1%); Diffuse astrocytoma, IDH mutant, 3 (9.4%). Newly diagnosed tumors accounted
for 23 cases (71.9%).

Figure 1 shows examples of quantification of the intraoperative 5-ALA-induced fluo-
rescence intensity from resected tumor specimens. The 5-ALA-induced red fluorescence
from each sample is displayed with the corresponding spectrum (excitation laser peak at
400 nm, fluorescence peak at 635 nm). Because 5-ALA-induced fluorescence is remarkably
bright when present, the intensity peak exceeded the detection system’s dynamic range
(16-bit) in 20 samples (as exemplified by Figure 1 top), reflecting the feature of our cohort
that is predominantly high-grade disease (WHO grade III and 1V) (Table 1). According
to the classic law of human perception of the stimuli (Weber—Fechner law), the internal
subjective sense of magnitude is proportional to the logarithm of stimulus intensity [37].
Therefore, the tumor samples were ranked into four groups with ten-fold thresholds within
the dynamic range (None, <500 a.u. (N = 4); Weak, 5004999 a.u. (N = 3); Moderate,
5000-49,999 a.u. (N = 3); Strong, >50,000 a.u. (N = 22)) to facilitate comparison.

Fresh surgical specimens from the tumor indicated by the navigation system were
collected and subject to fluorescence measurement in the operating room. Samples were cut
into pieces approximately 10 mm in diameter before scanning the fluorescence spectrum.
A quantitative spectroscopic fluorescence excitation and detection system was used as
previously described [35], with a minor modification (the peak fluorescence intensity was
calculated at 635 nm). The fluorescence intensity fell under four groups by ten-fold (None,
<500 a.u.; Weak, 5004999 a.u.; Moderate, 5000-49,999 a.u.; Strong, >50,000 a.u.) to facilitate
the comparison. The picture and the spectrum of each row represent the fluorescence of
each group. Note that the strong signal coming from the tumor shown at the top made the
fluorescence intensity peak exceed the detection system’s dynamic range (16-bit).
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Table 1. Patient Characteristics.
Case Age .. . WHO Tumor . Gd Fluorescence Met SUV
Number (Yeirs) Sex Localization Histology Grade Status IDH-1 Ki67 Enhancement AED Intesnsity T/N Tumor Normal
1 54 M Parietal GBM v Recurrent Wild type 23.5 Ring/Solid LEV Strong 2.83 5.72 2.02
2 78 F Temporal GBM v New Wild type 18.9 Ring/Solid None Strong 3.82 4.96 13
3 59 M Temporal GBM v New Wild type 27.4 Ring/Solid LEV Strong 4.78 6.84 143
4 67 F Temporal GBM v New Wild type 434 Ring/Solid LEV Strong 4.66 8.44 1.81
5 78 M Frontal GBM v New Wild type 82.8 Ring/Solid LEV Strong 3.05 4.48 1.47
6 37 F Frontal GBM v Recurrent Mutant 35.4 Ring/Solid LEV Strong 2,51 6.7 2.67
7 65 M Temporal GBM v New Wild type 18.9 Ring/Solid LEV Strong 3.65 4.02 1.1
8 67 F Temporal GBM v Recurrent Wild type 43.8 Ring/Solid None Strong 1.51 2.71 1.8
9 53 M Temporal GBM v New Wild type 30.9 Ring/Solid LEV Strong 2.95 4.04 137
10 72 F Frontal GBM v New Wild type 24.2 Ring/Solid NA Strong 4 8.15 2.04
11 38 F Frontal GBM v Recurrent Mutant 48 Ring/Solid LEV Strong 4.04 9.65 2.39
12 70 M Temporal GBM v New Wild type 16.9 Ring/Solid LEV Strong 491 7.42 1.51
13 26 M Parietal GBM v Recurrent Unknown NA Ring/Solid None Strong 2.8 4.79 1.71
14 72 F Parietal GBM v New Wild type 39.5 None/Slight None Strong 1.6 3.27 2.04
15 77 M Frontal GBM v New Wild type 23.6 Ring/Solid Others Strong 3.82 5.46 143
16 81 F Frontal GBM v New Wild type 325 Ring/Solid LEV Strong 2.75 5.67 2.06
17 69 M Frontal GBM v New Wild type 45 Ring/Solid LEV Strong 3.66 8.09 221
18 46 M Temporal GBM v New Wild type 28.6 Ring/Solid LEV Strong 3.84 6.45 1.68
19 52 F Temporal AA 11 New Mutant 9.8 None/Slight None Weak 1.93 3.24 1.68
20 54 M Parietal AA 111 Recurrent Mutant 4.7 None/Slight LEV Weak 222 1.71 0.77
21 23 M Temporal AA I New Wild type 16.2 None/Slight LEV None 1.82 2.35 1.29
22 44 F Frontal AA 111 New Mutant 14 None/Slight LEV None 2.57 4.65 1.81
23 23 F Frontal AA III New Wild type 8.4 None/Slight LEV Weak 2.01 2.87 1.43
24 40 F Frontal AA I New Wild type 18.5 Ring/Solid LEV Moderate 3.77 7.43 1.97
25 58 M Frontal AA I New Mutant 5.2 None/Slight LEV Strong 1.87 3.99 2.13
26 33 M Insula AA I Recurrent Mutant 21.3 None/Slight LEV Strong 2.84 5.4 1.9
27 33 M Insula AA 111 Recurrent Mutant 15.2 None/Slight LEV Strong 3.04 723 2.38
28 43 M Frontal AA 1II New Mutant 12.9 None/Slight LEV Strong 2.32 3.78 1.63
29 31 M Insula DA I New Mutant 3.3 None/Slight LEV None 2.07 3.72 1.8
30 77 F Temporal DA I New Wild type 1 None/Slight None Moderate 2.19 3.96 1.81
31 37 F Insula DA I Recurrent Mutant 5.8 None/Slight LEV Moderate 1.52 2.47 1.63
32 42 M Temporal DA I New Mutant 5.1 None/Slight LEV None 2.02 4.96 2.46

AA, Anaplastic Astrocytoma; DA, Diffuse Astrocytoma; GBM, Glioblastoma; NA; Not Available; Gd, Gadolinium; AED, Antiepileptic drug; LEV, levetiracetam.
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Figure 1. Quantification of intraoperative 5-ALA-induced fluorescence intensity from resected
tumor samples.

Two illustrative cases are shown in Figure 2. Case number 4 (Figure 2a) was a 67-year-
old female with a newly diagnosed GBM IDH wild type in the left temporal lobe. Along
with the ring enhancement on T1-Gd MRI, MET-uptake (T/N ratio) was elevated to 4.66.
In addition, bright red fluorescence was detected from the intraoperative tumor specimen.
The corresponding fluorescence spectrum showed a markedly heightened intensity peak at
635 nm, which exceeded the dynamic range of the measurement system. Histopathological
analysis revealed abundant proliferating tumor cells (Ki-67 43.4%) with microvascular
proliferation, consistent with the diagnosis of GBM, IDH wild type. Case number 22
(Figure 2b) was a 44-year-old female with a newly diagnosed anaplastic astrocytoma in the
left frontal lobe. Without enhancement of the tumor on T1-Gd MRI, MET-PET uptake was
slightly elevated to 2.57. Despite multiple scanning of the tumor specimens, no evidence
for 5-ALA-induced fluorescence was found. The tumor cells were dense on H and E stained
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Fluorescence

sections without typical features for GBM, such as microvascular proliferation or necrosis,
and the Ki67 index was 14.0%. The final diagnosis was anaplastic astrocytoma, IDH mutant.

(b)

Fluorescence

Wave

is7 HE Ki67

400 500 €00 700 ‘ ‘

Wavelength

Figure 2. Illustrative cases. (a) A 67-year-old female with a newly diagnosed tumor in the left temporal
lobe. Preoperative imaging showed ring enhancement on T1Gd MRI and high uptake on MET-PET.
The SUV max (T/N ratio) of the MET-PET scan was 4.66. Bright red 5-ALA-induced fluorescence
from the surgical specimen was captured and the intensity was detected by the quantification system.
The peak at 635 nm was scaled out of the measurement range. There is a second peak of around
700 nm. This peak became apparent due to the high signals and was consistent with previous studies
in which this second peak was noted [36]. Histopathological analysis revealed high cellularity with
microvascular proliferation in hematoxylin and eosin-stained section. Immunohistochemistry with
Ki-67 labeling showed abundant proliferating tumor cells with 43.4% positivity. The final diagnosis
was Glioblastoma, IDH wild type. (b) A 44-year-old female with a newly diagnosed tumor in the
left frontal lobe. In the preoperative imaging, the tumor showed no enhancement on MRI, while the
SUV max (T /N ratio) of the MET-PET scan was only mildly elevated (2.57). Repeated scanning of
the tumor specimens failed to detect 5-ALA-induced fluorescence. Histopathology revealed densely
proliferating tumor cells with Ki-67 index of 14.0%, without evidence of microvascular proliferation
or necrosis. The final diagnosis was Anaplastic astrocytoma, IDH mutant.

We next compared the four tumor groups of varying intraoperatively measured
fluorescence intensities for the levels of preoperative MET-PET uptake (Figure 3a). We also
compared the four fluorescence groups for differences in the Ki-67 index of the tumors.
(Figure 3b). The Strong fluorescence group exhibited the highest mean MET-PET uptake
and Ki-67 index values, compared with the other groups. The one way ANOVA test rejected
the null hypothesis that all means are equal. However, the post hoc analysis failed to detect
significant differences between the two chosen groups.
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Figure 3. Relationships between MET-PET uptake and Ki-67 index versus quantified 5-ALA-induced
fluorescence intensity. (a,b) Comparison between 4 fluorescence intensity groups. Both MET-PET
(a) and Ki-67 index (b) were the highest in the strong fluorescence group. The one way ANOVA
test revealed that the means of the 4 groups are not equal for both Ki-67 index and MET-PET
uptake. However, the Tukey method’s posthoc analysis found no statistical significance in any pair.
(c,d) Comparison of two fluorescence intensity groups rearranged based on signal visibility, Visible
(including Strong and Moderate groups) or Non-visible (Weak and None), for MET-PET uptake
(c) and Ki-67 index (d). Unpaired f tests were significant for MET-PET uptake (¢, p < 0.001) and Ki-67
(d, 0.0091). The data are shown by means (solid bars) and standard deviation (error bars), with each
dot representing a tumor.

We next rearranged the tumors into two groups: Visible (including Strong and Moder-
ate groups, N = 25) or not: Non-visible (Weak and None, N = 7), because we noted that
the fluorescence from ex vivo tumors was obviously visible when the intensity is above
5000 a.u. Our further analysis of the relationship between the MET-PET uptake or Ki-67
index and fluorescence intensity showed that the Visible group had significantly higher
MET-PET uptake (Figure 3c) and Ki-67 index (Figure 3d) compared to the Non-visible
group (p < 0.001 for MET-PET uptake and p = 0.0091 for Ki-67 index, Unpaired ¢ tests).

Lastly, we investigated the association between other parameters (contrast enhance-
ment on the preoperative MRI, IDH status, and AED) and tumor 5-ALA fluorescence
using mosaic plots and Pearson Chi-square test (Figure 4). Ring or solid enhancement was
more frequently seen in cases with strong (visible) fluorescence; all the Non-visible tumors
showed none or slight enhancement on MRI (Figure 4a, p = 0.0007). IDH wild type tumors
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were more common in the subjects with strong fluorescence than non-fluorescent tumors;
conversely, IDH-mutant tumors were more frequent in the non-fluorescent tumors than
fluorescent tumors (Figure 4b, p = 0.0434). In contrast, AED use did not correlate with the
intensity of 5-ALA-induced fluorescence (Figure 4c, p = 0.6996).

(a) 1.00 .
> 0.75 None/Slight I'?I'_I
= 3
s >
-8 0.50 o
-Q (@]
o) _ . o
a 025 Ring/Solid {BD

=
0.00 N
.<.)n- Visible
Visible
1.00
> 075 -
= I
B 050 P
o X —t
a 0.25- wid | &
0.00
N> Visible
Visible

Probability
d3v uo

(C) 1.00
Z 075
. 0.50
0.25
o

I

o.00 I

Non-
Visible

Visible

Figure 4. Relationships between other clinical parameters versus quantified 5-ALA-induced fluores-
cence intensity in mosaic plots. Y-axis indicates the probability and the color indicates each group to
be compared with the visibility of the fluorescence (Visible or Non-visible). Legends are on the right
side of each panel. (a) Gd enhancement of tumor on the MRI, (b) IDH status, and (c) use of AED
versus 5-ALA induced fluorescence intensity classified into two groups; Visible (including Strong
and Moderate groups) or Non-visible (Weak and None). Pearson Chi-Square test yielded significance
for the enhancement (a, p = 0.0007) and IDH status (b, p = 0.0434) but not for AED use (c, p = 0.6996).

4. Discussion

There are only a few reports regarding combining 5-ALA and MET-PET. 5-ALA-
induced fluorescence and MET-PET correlated to cell density or Ki-67 index but did not
correlate with each other [26,38]. MET-PET is more sensitive in detecting tumors than
5-ALA [39] and the methionine uptake is known to correlate with cell proliferation [40].
However, one of the considerable concerns about evaluating 5-ALA-induced fluorescence
is that the fluorescence is often only subjectively judged as “positive” or “negative”. Here,
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for the first time, we report a direct quantitative correlation between MET-PET uptake and
5-ALA-induced fluorescence intensity. Our study incorporated an ex vivo fluorescence
measurement technique based on spectroscopy and categorized the fluorescence intensity
quantitatively, allowing an objective comparison with MET-PET data. The results demon-
strated that MET-PET uptake was significantly high in tumor specimens with quantitatively
confirmed 5-ALA-induced fluorescence, suggesting a correlation between those factors in
astrocytic tumors. Furthermore, a cell proliferating index, Ki-67, was significantly increased
in the fluorescent specimens. Regarding Ki-67, a previous report compared the Ki-67 index
with quantified PpIX concentration (not the fluorescence) from surgical specimens and
yielded similar findings to ours [19]. As expected, visible fluorescence correlated with
the contrast enhancement on the preoperative MRI and IDH status (wild type). These
results can be interpreted as 5-ALA-induced fluorescence being reflective of the tumor’s
aggressiveness [22], supporting the reliability of the fluorescence detection system in this
study. Although previous reports suggested that the use of AED could negatively affect
the generation of 5-ALA-induced fluorescence [41-43], our investigation did not show a
difference in detected fluorescence intensity according to AED use. This might be because
the AEDs used in our study were mainly levetiracetam, while the previous reports included
more phenytoin and valproic acid or low-grade glioma cases.

The mechanism behind the correlation between 'C-methionine and 5-ALA (or its
metabolite, PpIX) has not been understood. The expression of L-Type amino acid trans-
porter 1 (LAT1: SLC7A5) in human glioma correlates with MET uptake [44]. On the other
hand, 5-ALA uptake occurs through cell membrane-embedded active transporters, includ-
ing peptide transporters (PEPT1, PEPT2), Proton-coupled amino acid transporter 1 (PAT1:
SLC36A1), and Na*- and Cl™-dependent taurine transporter (TAUT: SLC6A6) [45-47].
Then, PpIX is eliminated via ATP-binding cassette transporter ABCG2 [48]. Although
some of these transporters form an SLC gene superfamily, there is no direct evidence that
these transporters for methionine uptake and 5-ALA uptake have cross-talks, to the best of
our knowledge. Further research is needed to elucidate the mechanisms that underlie the
relationship between the uptake of methionine and 5-ALA.

A limitation of this study is that the location of the tumor specimen might not have
been precisely matched with the preoperative MET-PET images due to the brain shift that
occurred during surgery. Therefore, when available, we utilized the specimen exhibiting
the strongest fluorescence to correlate with the SUVmax of the MET-PET. Secondly, because
of the limited dynamic range of the spectrometer relative to the marked brightness of
5-ALA-induced fluorescence in some cases, our fluorescence intensity data could not be
used as a continuous value. Consequently, the data points were distributed somewhat
unevenly among the fluorescence intensity groups, making statistical analysis challenging.
On another note, the MET-PET uptake was calculated as the SUV max of the lesion over
the SUV max of the normal region. Accordingly, the calculated values may look smaller
compared with reports in which the SUV max of the lesion is divided by the SUV mean of
the normal region [49]. Nevertheless, applying the same method throughout the analysis
across the cohort makes this study’s MET-PET uptake data valid.

Together, the present study demonstrated a correlation between the preoperative
MET-PET uptake and Ki-67 index versus intraoperative ex vivo fluorescence intensity
in astrocytic glioma surgery. The visible 5-ALA-induced fluorescence may suggest the
locus of high MET-PET high uptake. Given the broad clinical availability of the 5-ALA
technique, our findings might be valuable to provide information on tumor biology rapidly
(e.g., aggressiveness) at the time of surgery in circumstances where MET-PET is inaccessi-
ble. Additionally, intraoperative quantitative measurement of excised tumors can inform
the surgeon of the presence of viable tumors cells at the resection margins and assist a
decision-making process towards maximizing the extent of resection during astrocytic
brain tumor surgery.
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5. Conclusions

In astrocytic glioma surgery, visible 5-ALA-induced fluorescence correlates with high
MET-PET uptake, along with a high Ki-67 index. This quantitative, biological insight might
add a new axis to the utilities of fluorescence-guided brain tumor surgery using 5-ALA.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/cancers14061449 /s1, Figure S1: Flow diagram showing the case
selection process.

Author Contributions: Conceptualization, K.S., K.T., Y.T. and M.I.; methodology, K.S., K.T., M.,
Y.T, K.I. and I.S.; formal analysis, K.S., S.H., M.L,, D.K. and H.-W.; investigation, K.S., K.T., S H., M.I,,
Y.T., T.S., TN. and T.M.; resources, K.S., K.T., M.I, Y.T., K.I., I.S. and T.M.; data curation, K.S., K.T.,
S.H., M.I, D.K. and H.W.; writing—original draft preparation, K.S.; writing—review and editing,
K., KT, S.H.,, M.I. and HW.; visualization, K.S., S.H. and D.K.; supervision, I.S. and T.M.; project
administration, T.M. All authors have read and agreed to the published version of the manuscript.

Funding: This work was supported by JSPS KAKENHI Grant Number 20K09321.

Institutional Review Board Statement: The study was conducted according to the guidelines of the
Declaration of Helsinki and approved by the Institutional Review Board of Tokyo Medical and Dental
University (M2015-543).

Informed Consent Statement: Each patient was given a written document and provided signed
informed consent.

Data Availability Statement: The data presented in this study are available on request from the
corresponding author.

Acknowledgments: The authors thank Tiffaney Hsia (Massachusetts General Hospital, Boston, MA,
USA) for conducting a literature review on 5-ALA metabolism.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.

10.

Stupp, R.; Mason, W.P,; van den Bent, M.].; Weller, M.; Fisher, B.; Taphoorn, M.].B.; Belanger, K.; Brandes, A.A.; Marosi, C,;
Bogdahn, U.; et al. Radiotherapy plus concomitant and adjuvant temozolomide for glioblastoma. N. Engl. ]. Med. 2005, 352,
987-996. [CrossRef] [PubMed]

Wen, PY.; Weller, M.; Lee, E.Q.; Alexander, B.M.; Barnholtz-Sloan, J.S.; Barthel, FP; Batchelor, T.T.; Bindra, R.S.; Chang, S.M.;
Chiocca, E.A ; et al. Glioblastoma in adults: A society for neuro-oncology (sno) and European society of neuro-oncology (eano)
consensus review on current management and future directions. Neuro-Oncology 2020, 22, 1073-1113. [CrossRef] [PubMed]
Domino, J.S.; Ormond, D.R.; Germano, I.M.; Sami, M.; Ryken, T.C.; Olson, ].J. Cytoreductive surgery in the management of newly
diagnosed glioblastoma in adults: A systematic review and evidence-based clinical practice guideline update. J. Neurooncol. 2020,
150, 121-142. [CrossRef] [PubMed]

Sanai, N.; Berger, M.S. Glioma extent of resection and its impact on patient outcome. Neurosurgery 2008, 62, 753-764, discussion
264-266. [CrossRef]

Belykh, E.; Martirosyan, N.L.; Yagmurlu, K.; Miller, E.J.; Eschbacher, ] M.; Izadyyazdanabadi, M.; Bardonova, L.A.; Byvaltsev,
V.A.; Nakaji, P.; Preul, M.C. Intraoperative fluorescence imaging for personalized brain tumor resection: Current state and future
directions. Front. Surg. 2016, 3, 55. [CrossRef]

Ewelt, C.; Nemes, A.; Senner, V.; Wolfer, J.; Brokinkel, B.; Stummer, W.; Holling, M. Fluorescence in neurosurgery: Its diagnostic
and therapeutic use. Review of the literature. J. Photochem. Photobiol. B 2015, 148, 302-309. [CrossRef]

Behbahaninia, M.; Martirosyan, N.L.; Georges, J.; Udovich, J.A.; Kalani, M.Y.; Feuerstein, B.G.; Nakaji, P.; Spetzler, R.F,; Preul,
M.C. Intraoperative fluorescent imaging of intracranial tumors: A review. Clin. Neurol. Neurosurg. 2013, 115, 517-528. [CrossRef]
Kostron, H. Photodynamic diagnosis and therapy and the brain. In Photodynamic Therapy: Methods and Protocols; Gomer, C.J., Ed.;
Humana Press: Totowa, NJ, USA, 2010; pp. 261-280.

Stummer, W.; Stocker, S.; Wagner, S.; Stepp, H.; Fritsch, C.; Goetz, C.; Goetz, A.E.; Kiefmann, R.; Reulen, H.]. Intraoperative
detection of malignant gliomas by 5-aminolevulinic acid-induced porphyrin fluorescence. Neurosurgery 1998, 42, 518-525,
discussion 25-26.

Zhao, S.; Wu, J.; Wang, C.; Liu, H.; Dong, X.; Shi, C.; Shi, C.; Liu, Y,; Teng, L.; Han, D.; et al. Intraoperative fluorescence-
guided resection of high-grade malignant gliomas using 5-aminolevulinic acid-induced porphyrins: A systematic review and
meta-analysis of prospective studies. PLoS ONE 2013, 8, e63682. [CrossRef]


https://www.mdpi.com/article/10.3390/cancers14061449/s1
https://www.mdpi.com/article/10.3390/cancers14061449/s1
http://doi.org/10.1056/NEJMoa043330
http://www.ncbi.nlm.nih.gov/pubmed/15758009
http://doi.org/10.1093/neuonc/noaa106
http://www.ncbi.nlm.nih.gov/pubmed/32328653
http://doi.org/10.1007/s11060-020-03606-5
http://www.ncbi.nlm.nih.gov/pubmed/33215341
http://doi.org/10.1227/01.neu.0000318159.21731.cf
http://doi.org/10.3389/fsurg.2016.00055
http://doi.org/10.1016/j.jphotobiol.2015.05.002
http://doi.org/10.1016/j.clineuro.2013.02.019
http://doi.org/10.1371/journal.pone.0063682

Cancers 2022, 14, 1449 12 of 13

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

Valdes, P.A.; Bekelis, K.; Harris, B.T.; Wilson, B.C.; Leblond, F.; Kim, A.; Simmons, N.E.; Erkmen, K.; Paulsen, K.D.; Roberts,
D.W. 5-aminolevulinic acid-induced protoporphyrin ix fluorescence in meningioma: Qualitative and quantitative measurements
in vivo. Neurosurgery 2014, 10 (Suppl. S1), 74-82; discussion 82-83. [CrossRef]

Kiesel, B.; Millesi, M.; Woehrer, A.; Furtner, J.; Bavand, A.; Roetzer, T.; Mischkulnig, M.; Wolfsberger, S.; Preusser, M.; Knosp, E.;
et al. 5-ala-induced fluorescence as a marker for diagnostic tissue in stereotactic biopsies of intracranial lymphomas: Experience
in 41 patients. Neurosurg. Focus 2018, 44, E7. [CrossRef]

Kelty, C.J.; Brown, N.J.; Reed, M.W.; Ackroyd, R. The use of 5-aminolaevulinic acid as a photosensitiser in photodynamic therapy
and photodiagnosis. Photochem. Photobiol. Sci. 2002, 1, 158-168. [CrossRef]

Stummer, W.; Stocker, S.; Novotny, A.; Heimann, A.; Sauer, O.; Kempski, O.; Plesnila, N.; Wietzorrek, ].; Reulen, H.J. In vitro and
in vivo porphyrin accumulation by c6 glioma cells after exposure to 5-aminolevulinic acid. J. Photochem. Photobiol. B Biol. 1998, 45,
160-169. [CrossRef]

Ma, R.; Watts, C. Selective 5-aminolevulinic acid-induced protoporphyrin ix fluorescence in gliomas. Acta Neurochir. 2016, 158,
1935-1941. [CrossRef]

Kobuchi, H.; Moriya, K.; Ogino, T.; Fujita, H.; Inoue, K; Shuin, T.; Yasuda, T.; Utsumi, K.; Utsumi, T. Mitochondrial localization of
abc transporter abcg?2 and its function in 5-nolevulinic acid-mediated protoporphyrin ix accumulation. PLoS ONE 2012, 7, e50082.
[CrossRef]

Ishikawa, T.; Kajimoto, Y.; Inoue, Y.; Ikegami, Y.; Kuroiwa, T. Critical role of abcg? in ala-photodynamic diagnosis and therapy of
human brain tumor. Adv. Cancer Res. 2015, 125, 197-216. [CrossRef]

Ennis, S.R.; Novotny, A.; Xiang, J.; Shakui, P.; Masada, T.; Stummer, W.; Smith, D.E.; Keep, R.F. Transport of 5-aminolevulinic acid
between blood and brain. Brain Res. 2003, 959, 226-234. [CrossRef]

Valdes, P.A.; Kim, A.; Brantsch, M.; Niu, C.; Moses, Z.B.; Tosteson, T.D.; Wilson, B.C.; Paulsen, K.D.; Roberts, D.W.; Harris,
T.B. Delta-aminolevulinic acid-induced protoporphyrin ix concentration correlates with histopathologic markers of malignancy
in human gliomas: The need for quantitative fluorescence-guided resection to identify regions of increasing malignancy.
Neuro-Oncology 2011, 13, 846-856. [CrossRef]

Coburger, ].; Scheuerle, A.; Pala, A.; Thal, D.; Wirtz, C.R.; Kénig, R. Histopathological insights on imaging results of intraoperative
magnetic resonance imaging, 5-aminolevulinic acid, and intraoperative ultrasound in glioblastoma surgery. Neurosurgery 2017,
81, 165-174. [CrossRef]

Ando, T.; Kobayashi, E.; Liao, H.; Maruyama, T.; Muragaki, Y.; Iseki, H.; Kubo, O.; Sakuma, I. Precise comparison of protopor-
phyrin ix fluorescence spectra with pathological results for brain tumor tissue identification. Brain Tumor Pathol. 2011, 28, 43-51.
[CrossRef]

Stummer, W.; Tonn, J.C.; Goetz, C.; Ullrich, W.; Stepp, H.; Bink, A.; Pietsch, T.; Pichlmeier, U. 5-aminolevulinic acid-derived
tumor fluorescence: The diagnostic accuracy of visible fluorescence qualities as corroborated by spectrometry and histology and
postoperative imaging. Neurosurgery 2014, 74, 310-319, discussion 19-20. [CrossRef]

Ferraro, N.; Barbarite, E.; Albert, T.R.; Berchmans, E.; Shah, A.H.; Bregy, A.; Ivan, M.E.; Brown, T.; Komotar, R.J. The role of
5-aminolevulinic acid in brain tumor surgery: A systematic review. Neurosurg. Rev. 2016, 39, 545-555. [CrossRef]

Stummer, W.; Pichlmeier, U.; Meinel, T.; Wiestler, O.D.; Zanella, F; Reulen, H.J. Fluorescence-guided surgery with 5-aminolevulinic
acid for resection of malignant glioma: A randomised controlled multicentre phase iii trial. Lancet Oncol. 2006, 7, 392-401.
[CrossRef]

Eatz, T.A.; Eichberg, D.G.; Lu, VM.; Dj, L.; Komotar, R.].; Ivan, M.E. Intraoperative 5-ala fluorescence-guided resection of
high-grade glioma leads to greater extent of resection with better outcomes: A systematic review. J. Neurooncol. 2022, 156, 233-256.
[CrossRef]

Pala, A.; Reske, S.N.; Eberhardt, N.; Scheuerle, A.; Konig, R.; Schmitz, B.; Beer, A.J.; Wirtz, C.R.; Coburger, ]. Diagnostic accuracy
of intraoperative perfusion-weighted mri and 5-aminolevulinic acid in relation to contrast-enhanced intraoperative mri and
(11)c-methionine positron emission tomography in resection of glioblastoma: A prospective study. Neurosurg. Rev. 2019, 42,
471-479. [CrossRef]

Nariai, T.; Tanaka, Y.; Wakimoto, H.; Aoyagi, M.; Tamaki, M.; Ishiwata, K.; Senda, M.; Ishii, K.; Hirakawa, K.; Ohno, K. Usefulness
of I-[methyl-11c] methionine-positron emission tomography as a biological monitoring tool in the treatment of glioma. ].
Neurosurg. 2005, 103, 498-507. [CrossRef]

Smith, Q.R.; Takasato, Y. Kinetics of amino acid transport at the blood-brain barrier studied using an in situ brain perfusion
technique. Ann. N. Y. Acad. Sci. 1986, 481, 186-201. [CrossRef]

Jager, PL.; Vaalburg, W.; Pruim, J.; de Vries, E.G.; Langen, K.J.; Piers, D.A. Radiolabeled amino acids: Basic aspects and clinical
applications in oncology. J. Nucl. Med. 2001, 42, 432-445.

Nojiri, T.; Nariai, T.; Aoyagi, M.; Senda, M.; Ishii, K.; Ishiwata, K.; Ohno, K. Contributions of biological tumor parameters to
the incorporation rate of I-[methyl-11c] methionine into astrocytomas and oligodendrogliomas. J. Neurooncol. 2008, 93, 233-241.
[CrossRef]

Miwa, K.; Shinoda, J.; Yano, H.; Okumura, A.; Iwama, T.; Nakashima, T.; Sakai, N. Discrepancy between lesion distributions on
methionine pet and mr images in patients with glioblastoma multiforme: Insight from a pet and mr fusion image study. J. Neurol.
Neurosurg. Psychiatry 2004, 75, 1457-1462. [CrossRef]


http://doi.org/10.1227/NEU.0000000000000117
http://doi.org/10.3171/2018.3.FOCUS1859
http://doi.org/10.1039/b201027p
http://doi.org/10.1016/S1011-1344(98)00176-6
http://doi.org/10.1007/s00701-016-2897-y
http://doi.org/10.1371/journal.pone.0050082
http://doi.org/10.1016/bs.acr.2014.11.008
http://doi.org/10.1016/S0006-8993(02)03749-6
http://doi.org/10.1093/neuonc/nor086
http://doi.org/10.1093/neuros/nyw143
http://doi.org/10.1007/s10014-010-0002-4
http://doi.org/10.1227/NEU.0000000000000267
http://doi.org/10.1007/s10143-015-0695-2
http://doi.org/10.1016/S1470-2045(06)70665-9
http://doi.org/10.1007/s11060-021-03901-9
http://doi.org/10.1007/s10143-018-0987-4
http://doi.org/10.3171/jns.2005.103.3.0498
http://doi.org/10.1111/j.1749-6632.1986.tb27150.x
http://doi.org/10.1007/s11060-008-9767-2
http://doi.org/10.1136/jnnp.2003.028480

Cancers 2022, 14, 1449 13 of 13

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

Palanichamy, K.; Chakravarti, A. Diagnostic and prognostic significance of methionine uptake and methionine positron emission
tomography imaging in gliomas. Front. Oncol. 2017, 7, 257. [CrossRef] [PubMed]

Hashimoto, S.; Inaji, M.; Nariai, T.; Kobayashi, D.; Sanjo, N.; Yokota, T.; Ishii, K.; Taketoshi, M. Usefulness of [(11)c] methionine
pet in the differentiation of tumefactive multiple sclerosis from high grade astrocytoma. Neurol. Med. Chir. 2019, 59, 176-183.
[CrossRef] [PubMed]

Tanaka, Y.; Nariai, T.; Momose, T.; Aoyagi, M.; Maehara, T.; Tomori, T.; Yoshino, Y.; Nagaoka, T.; Ishiwata, K.; Ishii, K.; et al.
Glioma surgery using a multimodal navigation system with integrated metabolic images. J. Neurosurg. 2009, 110, 163-172.
[CrossRef] [PubMed]

Shimizu, K.; Nitta, M.; Komori, T.; Maruyama, T.; Yasuda, T.; Fujii, Y.; Masamune, K.; Kawamata, T.; Maehara, T.; Muragaki,
Y. Intraoperative photodynamic diagnosis using talaporfin sodium simultaneously applied for photodynamic therapy against
malignant glioma: A prospective clinical study. Front. Neurol. 2018, 9, 24. [CrossRef]

Ericson, M.B.; Grapengiesser, S.; Gudmundson, F.; Wennberg, A.M.; Larko, O.; Moan, J.; Rosen, A. A spectroscopic study of the
photobleaching of protoporphyrin ix in solution. Lasers Med. Sci. 2003, 18, 56-62. [CrossRef]

Johnson, K.O.; Hsiao, S.S.; Yoshioka, T. Review: Neural coding and the basic law of psychophysics. Neuroscientist 2002, 8, 111-121.
[CrossRef]

Arita, H.; Kinoshita, M.; Kagawa, N.; Fujimoto, Y.; Kishima, H.; Hashimoto, N.; Yoshimine, T. (1)(1)c-methionine uptake and
intraoperative 5-aminolevulinic acid-induced fluorescence as separate index markers of cell density in glioma: A stereotactic
image-histological analysis. Cancer 2012, 118, 1619-1627. [CrossRef]

Lau, D.; Hervey-Jumper, S.L.; Chang, S.; Molinaro, A.M.; McDermott, M.W.; Phillips, J.J.; Berger, M.S. A prospective phase ii
clinical trial of 5-aminolevulinic acid to assess the correlation of intraoperative fluorescence intensity and degree of histologic
cellularity during resection of high-grade gliomas. J. Neurosurg. 2016, 124, 1300-1309. [CrossRef]

Kato, T.; Shinoda, J.; Oka, N.; Miwa, K.; Nakayama, N.; Yano, H.; Maruyama, T.; Muragaki, Y.; Iwama, T. Analysis of 11c-
methionine uptake in low-grade gliomas and correlation with proliferative activity. AJNR Am. ]. Neuroradiol. 2008, 29, 1867-1871.
[CrossRef]

Goryaynov, S.A.; Widhalm, G.; Goldberg, M.E,; Chelushkin, D.; Spallone, A.; Chernyshov, K.A.; Ryzhova, M.; Pavlova, G.;
Revischin, A.; Shishkina, L.; et al. The role of 5-ala in low-grade gliomas and the influence of antiepileptic drugs on intraoperative
fluorescence. Front. Oncol. 2019, 9, 423. [CrossRef]

Hefti, M.; Albert, I.; Luginbuehl, V. Phenytoin reduces 5-aminolevulinic acid-induced protoporphyrin ix accumulation in
malignant glioma cells. J. Neurooncol. 2012, 108, 443-450. [CrossRef]

Lawrence, J.E.; Steele, C.J.; Rovin, R.A.; Belton, R.J., Jr.; Winn, R.J. Dexamethasone alone and in combination with desipramine,
phenytoin, valproic acid or levetiracetam interferes with 5-ala-mediated ppix production and cellular retention in glioblastoma
cells. J. Neurooncol. 2016, 127, 15-21. [CrossRef]

Okubo, S.; Zhen, H.N.; Kawai, N.; Nishiyama, Y.; Haba, R.; Tamiya, T. Correlation of I-methyl-11c-methionine (met) uptake with
I-type amino acid transporter 1 in human gliomas. J. Neurooncol. 2010, 99, 217-225. [CrossRef]

McNicholas, K.; MacGregor, M.N.; Gleadle, ].M. In order for the light to shine so brightly, the darkness must be present-why do
cancers fluoresce with 5-aminolaevulinic acid? Br. J. Cancer 2019, 121, 631-639. [CrossRef]

Tran, T.T.; Mu, A.; Adachi, Y.; Adachi, Y.; Taketani, S. Neurotransmitter transporter family including slc6a6 and slc6al3
contributes to the 5-aminolevulinic acid (ala)-induced accumulation of protoporphyrin ix and photodamage, through uptake of
ala by cancerous cells. Photochem. Photobiol. 2014, 90, 1136-1143. [CrossRef]

Hagiya, Y.; Fukuhara, H.; Matsumoto, K.; Endo, Y.; Nakajima, M.; Tanaka, T.; Okura, I.; Kurabayashi, A.; Furihata, M.; Inoue, K,;
et al. Expression levels of peptl and abcg?2 play key roles in 5-aminolevulinic acid (ala)-induced tumor-specific protoporphyrin ix
(ppix) accumulation in bladder cancer. Photodiagn. Photodyn. Ther. 2013, 10, 288-295. [CrossRef]

Hagiya, Y.; Endo, Y.; Yonemura, Y.; Takahashi, K.; Ishizuka, M.; Abe, F,; Tanaka, T.; Okura, I.; Nakajima, M.; Ishikawa, T.; et al.
Pivotal roles of peptide transporter peptl and atp-binding cassette (abc) transporter abcg?2 in 5-aminolevulinic acid (ala)-based
photocytotoxicity of gastric cancer cells in vitro. Photodiagn. Photodyn. Ther. 2012, 9, 204-214. [CrossRef]

Mitamura, K.; Yamamoto, Y.; Norikane, T.; Hatakeyama, T.; Okada, M.; Nishiyama, Y. Correlation of (18)f-fdg and (11)c-
methionine uptake on pet/ct with ki-67 immunohistochemistry in newly diagnosed intracranial meningiomas. Ann. Nucl. Med.
2018, 32, 627-633. [CrossRef]


http://doi.org/10.3389/fonc.2017.00257
http://www.ncbi.nlm.nih.gov/pubmed/29164057
http://doi.org/10.2176/nmc.oa.2018-0287
http://www.ncbi.nlm.nih.gov/pubmed/30996153
http://doi.org/10.3171/2008.4.17569
http://www.ncbi.nlm.nih.gov/pubmed/18847337
http://doi.org/10.3389/fneur.2018.00024
http://doi.org/10.1007/s10103-002-0254-2
http://doi.org/10.1177/107385840200800207
http://doi.org/10.1002/cncr.26445
http://doi.org/10.3171/2015.5.JNS1577
http://doi.org/10.3174/ajnr.A1242
http://doi.org/10.3389/fonc.2019.00423
http://doi.org/10.1007/s11060-012-0857-9
http://doi.org/10.1007/s11060-015-2012-x
http://doi.org/10.1007/s11060-010-0117-9
http://doi.org/10.1038/s41416-019-0516-4
http://doi.org/10.1111/php.12290
http://doi.org/10.1016/j.pdpdt.2013.02.001
http://doi.org/10.1016/j.pdpdt.2011.12.004
http://doi.org/10.1007/s12149-018-1284-6

	Introduction 
	Materials and Methods 
	Patient Cohort 
	MET-PET Scan 
	Tissue Sampling and Fluorescence Measurement 
	Histopathological Analysis 
	Statistical Analysis 

	Results 
	Discussion 
	Conclusions 
	References

