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ABSTRACT. The chemical structure of 99MT¢-GSH has been estabilished using the 99Tc isotope.
Labeling of glutathione with technetium in the £s)resence of stanous chloride gave a high yield
result. In a comparative study between 9Tc and 9°MT¢ glutathione, the Tc-GSH complex obtained
was purified and characterized by uv, visible spectroscopy, HPLC, Biogel chromatography, mass
and NMR spectroscopy. Stoichiometric analysis showed a 2 : 1 molar ratio of GSH/Tc for the
reaction. The molecular mass assessed by mass spectroscopy was 727 Da corresponding to an
oxo(bis) glutathione technetate. NMR studies demonstrated that each glutathione molecule was
coordinated to technetium via cysteinyl sulfur and nitrogen atoms. The biodistribution of the
complex was studied in normal rats. Blood clearance was rapid during the first hour involving a
biexponential curve (ty/2 (1) : 50 min, ty (2) : 400 min ). No radioactive accumulation was found in
any specific organ except kidney and bladder. All the activity excreted was found unchanged in
urine. In conclusion, Tc-GSH displayed an anionic dimer form as GSH-Tc-GSH. We assume that the
complex is a tetradentate (2N,2S) complex containing a pentavalent technetium coordinated by two
thiol and nitrogen atoms of both GSH ligands, and an apical oxo group.

INTRODUCTION

During the recent years increasing fundamental research about the structure of Tc
radiopharmaceuticals has been done using the long-lived 99Tc isotope (tio= 2,13.10% yr). When
using 99Tc, one must bear in mind that the complex formations of 99Tc and 9°MTc may be different,
resulting from the different concentration ranges used for the two isotopes(1,2) Several
investigators (3-7) have used 99MTc-labeled sulfnydryl containing aminoacids, carbonic acids and
heterocyclic compounds as a new approach in radiopharmaceutical design. It was demonstrated
that small molecular weight complexes of 9™Tc with fast renal clearance or biliary excretion and no
significant uptake by any other organs showed sufficient accumulation in tumors for early
scintigraphic visualization (8-10). The renal route of excretion is an advantage over the biliary one,
especially for the identification of abdominal lesions (9,11). This point was also emphasized by
Fischman(11) with the use of chemotactic peptides. Peptides of low molecular weight labeled with
99mT¢ could be a better alternative because of their faster blood clearance and excretion mainly via
the kidney. Detailed structural information concerning Tc-radiopharmaceuticals is now available for
Tc-AHBDP (12), Tc-glucoheptonate (13) and oxotechnetium compounds (14). Glutathione y-
glutamyl cysteinyl glycine was chosen as a model compound because of the critical fonctions it
carried in humans (15). Due to its a small molecular weight, it was expected to better penetrate
injured capillaries in inflammatory lesions (16), breast cancer (17), head and neck tumors(18).
More detailed structural information about the radiopharmaceuticals in use today would greatly
facilitate the prediction of the in vivo stability and target-organ distribution. For this reason the study
of the Tc-GSH chemical structure and its biodistribution in rats were undertaken.

MATERIAL AND METHODS

Glutathione (reduced form), SnCl,, and buffer products were purchased from Sigma Aldrich.
Na%mTcO, was eluted from a commercial 9Mo/*®MTc generator (Cis Biolnternational). NH4%9TcOy4
was obtained from Dupont-NEN laboratories.
Labeling reaction of the Tc-GSH complex was performed with 20 mg of glutathione dissolved in 2 ml
phosphate buffer while stirring and 0,3 ml of SnCl>.2H,O (1 mg/mi of HCI 0,05N) was added. The
mixture was stirred for a few minutes and filtered. 2 ml of pertechnetate were added and the mixture
was shaken for few seconds and left to react for 15 min at room temperature.
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The radiochemical purity of the Tc-GSH complex was assessed by ITLC using a
CHROMELUC Nu-102 radiochromatogram (Numelec) with silica-gel plates and two solvents :
Butanone and NaCl .

Electrophoretic experiments of the Tc-GSH complex were performed on cellulose acetate
strips in phosphate buffer (0.05M, pH 7). 5 l of each solution were placed at midpoint of the band
and 200V was applied for 1h at room temperature. After drying, each strip was cut into equal lenght
and the activity counted with a B counter (Beckman, LS 6000SC) for the 99Tc-GSH complex and y
counter (Wallac, LKB1261).

Ultraviolet and visible electron spectra of the Tc-GSH complex were recorded between 190
and 850 nm on a HEWLETT PACKARD 8452 spectrophotometer using closed 10-mm Supracil
quartz cuvettes.

Infrared spectra of the Tc-GSH complex were recorded from 600-4000 cm!. Spectra were
performed on solid samples prepared as KBr pellets.

An analytical study of the 99MTc-GSH complex was determined by gradient HPLC (C-18
reversed phase uptisphere 5um UP50DB-25K, Interchim) using a flow rate of 1 mi/mn equiped with
a UV-Vis detector and gamma-counting system (Nal crystal ) coupled to two channel analysers and
integrated by an Ezchrom software program (Merck). The complex (20ul) was eluted from the HPLC
column with a gradient medium of (A) 0,05M phosphate buffer pH = 7 and (B) 30% ethanol in (A).

Gel chromatography of the Tc-GSH complex was performed on biogel P2 columns (Biorad)
with the technique introduced by Persson (19). The biogel P2 was used to separate and identify
smaller molecular weight compounds. The various samples were eluted with PBS (pH = 7) and the
column was calibrated for different molecular weight ranges.

NMR analysis of the GSH and the Tc-GSH complex were obtained at 20°C with a Varian NMR
spectrometer at 500MHz.

Fast atom bombardement mass spectroscopy (FAB* - MS) of the Tc-GSH complex were
recorded with a MAT 95 spectrometer by mixing 1 pl sample with 5 pl glycerol and bombardement
with caesium atoms of low energy of about 150 eV at room temperature.

Blood clearance of 9°MT¢c-GSH complex was studied in male sprague dawley rats (150-200g).
100 pl of 99MTc-GSH were injected i.v. and blood samples drawn from a femoral vein at 5 min, 2h,
4h, 6h and 24h. The samples were counted in a gamma-counter. The means of percentage
injected dose were plotted with the course of time.

The in vivo distribution studies were performed in male sprague dawley rats (150-200g) by
injecting into the femoral vein 100 mi of 9MTc-GSH. Five rats were studied for each data point. The
rats were killed and dissected at 1h, 6h postinjection. All the organs were removed, samples of
blood and urine were also obtained. The organ samples were weighted and counted in a gamma-
counter ( Wallac, LKB1261)).

RESULTS

The Tc-GSH complex displayed a negative charge on paper electrophoresis. Instant thin
layer chromatography analysis results are summarized in table I. In general, free pertechnetate
moved to the solvent front whereas reduced 99MTc and bound 9°MTc¢-R (R-Tc) remained at the spot
of origin in the butanone solvent. In the saline solvent, reduced 99MTc¢ stayed at the origin whereas
the free pertechnetate and R-Tc moved with the solvent front. The labeling yield of 99MT¢c-GSH
detected by paper and thin layer chromatography was over 95%.The UV visible spectra of Tc-GSH
complex showed an absorbance band at 385 nm (fig.1). Glutathione alone and glutathione-Sn did
not absorb at 385 nm. The 99Tc-GSH complex was stable for more one week at room temperature.
The stoechiometry for the reaction of Tc with glutathione determined at partial molar ratios at
different glutathione concentrations (Sn/Tc/GSH = 1/1/X, X = 0-10) indicated the existence of two
GSH coordinated with one Tc ion (fig. 2).

Table | : Thin layer chromatography of 99T¢ and 99MT¢-GSH complex

Compound rf (NaCl) rf (Butanone)
9mTcO, 1 1
9TcO, 1 1
9mTc-GSH 1 0
99T¢-GSH 1 0

The IR spectrum of the Tc-GSH complex showed the absence of the 2540 c¢cm™! band and
the presence of the vibration band of the TC=0 core (931 cm™1).
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Figure 1 : UV-Vis spectra of various compounds at 25°C
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Figure 2 : Mol-ratio reaction curve of technetium with gluthatione at 385 nm
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Table Il : Proton NMR spectroscopic data of GSH and 99Tc-GSH complex
Compound cys cys gly fu glu glu
3(CqH>) 5(CgH2) 3(CoHy) 3(CqH2) 5(CPH2) 8(CyHp)
GSH 3,794 2,917 3,943 4,539 2,122 2,g07
3,807 2,929 3,953 4,550 2,137
3,820 2,936 2,150
2,165
Tc-GSH 3,767 2,956 3,791 4,550 2,158
3,779 2,971 3,813 4,563 2,170
2,185
d: ppm 2,199

2,597

The NMR spectrum of the GSH and the Tc-GSH complex demonstrated the disappearance
of fine structure of the signal (fig. 3). The proton signal (table Ily indicated, in particular, that protons

bound to cysteinyl o and B carbons appeared to be altered.
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The 99Tc-GSH complex, analyzed by fast atom bombardement mass spectroscopy, showed a
molecular mass between 683 Da and 726 Da. This mass corresponded to a GSH-Tc-GSH chelate
complex. This complex containing a tetra or a pentavalent technetium coordinated by two thiol and
nitrogen atoms of two GSH ligand and an apical oxo group (fig. 4).

HPLC radiochromatograms of the 99MTc-GSH complex exhibit a single peak with a retention
time of 12 min, the retention time of free 99MTcO4” being equal to 6 min.

The radiochromatogram of the 99MTc-GSH obtained by analysis on the biogel P2 column
demonstrated that all the radioactivity was present in a single peak with an elution volume of 16 ml.
Analysis of free 99MTcO,4 showed a single peak with an elution volume equal to 26 ml, (fig.5).
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Figure 4 : Structure of GSH-Tc-GSH complex

*NHy
. |

o CH
\ﬁ/ oy /°"2\c &°
[
- ° il
0, C N, s
c
(o] H
"2°\s/g \N/zc\ﬁ/m‘\cﬂz/c\o'
[o]

N oCHz L
0% New,”” \fﬂ/ No-
GSH-Te-GSH NH3t

Table lll : Biodistribution of 99MT¢c-GSH complex in normal sprague dawley rats (n = 5)

organ %dose/g
1h 6h
kidneys 1753 19,7+ 3
urine 52+9 69 + 11
blood 5,3+0,6 2,3+0,23
liver 42+0,5 2,6 £ 0,23
heart 25123 2,31£0,28
spleen 2,17 £ 0,15 2,2+0,15
lung 1,4 +£0,12 1,1£0,12
Figure 5 : radiochromatogram of Tc-GSH complex obtained by biogel P2 chromatography
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Figure 6 : Blood clearance of 99MT¢c-GSH complex in male sprague dawley rats (n = 5)
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Figure 7 : Biodistribution of 99MT¢c-GSH complex in normal sprague dawley rats (n = 5)
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The blood clearance of 99MTc-GSH complex in rats is shown on (fig. 6). The deconvolution of
this curve demonstrated a rapid component (T1/2 (1) = 50 min, T1/2 (2) = 400 min).

The biodistribution of 99MTc-GSH complex is given in (table II). All organs showed low uptake
values except kidneys. The elimination occured via the kidneys as indicated by high radioactivity
levels in urine samples (fig. 7).

DISCUSSION

In the present study, labeling of glutathione with 99MT¢ using stanous chloride as reducing
agent gave a dimer complex with a high radiochemical yield, over 95 % detected by thin layer
chromatography

The NMR spectrum of the Tc-GSH complex indicated that the protons bound to cysteinyl
o and B carbons appeared to be modified, suggesting an effect of the central Tc=O core in the
molecule.

Glutathione GSH could fulfill the fonction of a reducing agent and of a ligand for 99MTcOy,".
The complexation rate seems to be higher than the reduction, since no ligand free Tc(V)
compound was formed. The reduction rate diminished by decreasing the concentration of the
GSH, which offers the possibility of determining the oxydation state in the complex by Sn(ll) titration
(20,21)

Some properties of the 99MTc-GSH complex have already been reported (18). A highly water-
soluble complex with a negative charge was formed. Blood clearance studies indicated a fast
decline of radioactivity during the first hour after administration.

According to Despopoulos theory (19), an agent could be secreted through the renal tubles
if it possesses anionic properties and bonding capability wich are expressed through the -CO-NH-
(CHo)-COOH sequence.The biodistribution of the anion 99MTc-GSH complex with the carbonyl
amide sequence showed that the target organ was the kidney with a fast elimination by filtration.
Glutathione plays a critical role in the detoxification reactions by reducing HoO» (15,24). There is
increased demand for GSH in the injured and cancerous cells (23-26) and possible retention.
Although the thiol group responsible for such detoxification reactions was utilized for 9MT¢ binding
in the 99MTc-GSH complex (27,28). GSH might be still be biologically active.
99MTc-GSH complex is a small molecule which diffuses back from inflammatory and cancerous
lesions into the blood very easily (6,9,17).This intracellular concentration might be due to the
transfer of 99MTc to another ligand inside the cell allowing concentration.(29,30).
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