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l. Selected spectra
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'H NMR spectrum of 5 (D,0, 300 MHz)
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'H NMR spectrum of 7 (CDsCN, 500 MHz)
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Elemental Composition Report

Multiple Mass Analysis: 2 mass(es) processed
Tolerance =3.0 mDa / DBE: min = -1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for -FIT =3
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In the window: experimental MS zoom (up), [M+H]* (middle) and [M+Na]* (bottom) theoretical isotopic signatures
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Elemental Composition Report Page 1

Single Mass Analysis

Tolerance = 2.0 PPM / DBE: min =-1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 3

Monoisotopic Mass, Odd and Even Electron lons

762 formula(e) evaluated with 7 results within limits (all results (up to 1000) for each mass)
Elements Used:

C:0-50 H:0-50 N:0-10 O0:0-15 185Re: 2-2
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979.0267 979.0263 0.4 0.4 20.0 140.5 1.022 35.97 C24 H19 N9 Oll 185Re2
979.0250 2 W | j 15.0 140.6 1.197 30.22 C23 H23 N5 015 185Re2
979.0258 0.9 0.9 32.5 141.4 1.981 13.80 C38 H17 N4 O5 185Re2
979.0271 -0.4 -0.4 37:5 142.0 2.597 7.45 C39 H13 N8 O 185Re2
m) 979.0277 -1.0 -1.0 19.5 142.1 2.707 6.68 C26 H21 N6 012 185Re2
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High Resolution Mass Spectrum of 7 (ESI* mode)
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Analytical Chromatograms of 5 (top) and 7 (bottom) after HPLC purification
(Column: Acquity BEH UPLC C18 column, 1.7 um 2.1x50 mm, 0.3 mL/min,
Solvent (A/B): 0.1% TFA in water / 0.1% TFA in CHsCN, Gradient: from A:B 90:10 to 0:100 in 4.5 min, A=239 nm)
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Il. Stability assays

Procedure
Radiocomplex *"Tc/Re (8) stability vs. Histidine
The histidine challenge experiment was performed on purified radiocomplex 8 using a large excess of
histidine (1:20 molar ratio). In a vial containing 100 pL of freshly prepared histidine solution (Histidine
monohydrate monohydrochlorate PROLABO; 4.77 103 M in water), 20 pL of purified *™Tc/Re
complex 8 (1.2 103 M) were added. The mixture was stirred at 37°C from 1 to 6h. After this
incubation time, 100 uL CH3CN were added, the mixture was centrifuged 5 min at 300 rpm. The

supernatant was then analyzed by HPLC, under the previous conditions.

Results

Table 1. Stability of complexes 7 and 8 in buffer solution, and against ligand exchange with histidine

Complex 78 Complex 82
Conditions 0.5h 2h 6h 0.5h 2h 6h
AqueousP >99% >99% >99% >99% >99% >99%
Histidine® n.d. n.d. n.d. 99% 95% 88%

a: Percent of complex remaining at the indicated time, b: Tris buffer, pH 7.4 at ambient temperature;
c: ligand exchange with an excess of histidine at 37°C, n.d.: not determined
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lll. Cytotoxicity studies

Material and methods:
Human lung alveolar (A549), human breast (MCF7) and human colon (HT29) adenocarcinoma
cells were obtained from the Developmental Therapeutics Branch of the National Cancer
Institute, Bethesda, MD (USA). Cells were grown with RPMI-1640 GlutaMax medium, 10% fetal
bovine serum (GIBCO, Grand Island, USA), at 37°C and 5% CO; in flasks purchased from Nunc
(Denmark). Cell passaging was performed twice a week. Adherent cells cultures were washed
once with phosphate-buffer saline (PBS, 10x, pH 7.2, GIBCO) and harvested by stripping of flasks
with trypsin (0.25% Trypsin-EDTA, 1X, Phenol Red, GIBCO) after 5 minutes incubation period at
37°C. Cells were counted on Countess Automatic Cells Counter, using trypan blue, before being
plated into a 96-well plate (800 MCF7 or HT29 cells / 1,000 A549 cells per well). 24 h later, the
medium was removed and replaced by 200 pL dilutions of 7 in RPMI, 1% DMSO.! After a 72 h
incubation time, the number of surviving cells was estimated by MTT (3-(4,5-dimethylthiazol-2-
yl)-2,5-diphenyl tetrazolium bromide) assay?: after removing the medium, MTT reagent (200 pL
per well, 0.5 mg/mL in RPMI) was added. After 4h, it was removed and DMSO was added (150 pL
per well) to dissolve formazan crystals. Absorbance of the purple solutions was evaluated on a
microplate spectrophotometer (Bio-Tek Instruments; measurements at 570 and 630 nm). Wells
treated with solvent only were used as a control, with 100% viability. Absorbance of treated
wells was compared to this control value, to estimate cell viability. All experiments were

performed in triplicate.

1 (a) K.K.W. Lo, M.W. Louie, K.S. Sze, J.S.Y. Lau, Inorg. Chem., 2008, 47, 602-611, (b) M.W. LouieT.T.H. Fong,
K.K.W. Lo, Inorg. Chem., 2011, 50, 9465-9471.
2T. Mosmann, J. Immunol. Methods, 1983, 65, 55-63.
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Cytotoxicity studies of Paclitaxel, Cisplatin and complex 7 on A549, MCF7 and HT29 cells
(standard deviation between three replicates)
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Figure 1. Cytotoxicity positive assay with Paclitaxel (nanomolar ICsp)
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Figure 2. Cytotoxicity positive assay with Cisplatin (micromolar ICso)
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Figure 3. Cytotoxicity studies of complex 7 (micromolar 1Cso)
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IV. Confocal microscopic study

Material and methods
5,000 cells of A549 were plated onto 96-black well plates and incubated at 37°C, 5% CO, for 24 h, in 200 uL RPMI medium. After this incubation time, the
medium was removed and replaced by 200 uL solutions of 7 (0, 50, 100 and 200 uM) in RPMI + 1% DMSO medium. The compound was incubated 72h and
then removed. Cells were washed twice with PBS and viewed, still in PBS, under a Zeiss LSM 510 confocal microscope (Carl Zeiss AG, Oberkochen, Germany)
with LSM Image Browser software, equipped with a diode laser, amongst others. Fluorescence was observed at room temperature with a 25x objective,
with an excitation at 405 nm, using the DAPI configuration (emission in blue area; Dye (emission): DAPI; laser (excitation): 405 nm at 25 mW). Wells without

compound 7 were used as a control, to ensure that no background fluorescence was recorded.
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Confocal microscopic study of A549 cells after treatment with complex 7 : dose-response relationship
(various dose concentrations, A.x = 405 nm, 72h incubation time)
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Confocal microscopic image of A549 cells without incubation of complex 7 Confocal microscopic image of A549 after a 72h-incubation time with 5 10°
and two washes with PBS, as a reference. 5 M complex 7 and two washes with PBS.
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Confocal microscopic image of A549 after a 72h-incubation time with 1 10° M Confocal microscopy image of A549 after a 72h-incubation time with 1.5
complex 7 and two washes with PBS. 10* M complex 7 and two washes with PBS.
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Confocal microscopy image of A549 after a 72h-incubation time with 2 10* M complex 7 and two washes with PBS.



