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LCMS analyses of ligand 9 : (a) DAD detection; (b) mass detection by scan in positive mode; (c) mass detection by scan in

negative mode. Chromatographic conditions :

Zorbax Eclipse XDB-C8, 3.5u, 150 x 3.00 mm.

Column :

Acetonitrile

0.25 mM ammonium formate in water; B =

90% A

A

Mobile phase :
Isocratic:

0.5 mL/mn

25°C

Flow Rate:

Column temp:
(a) DAD:

230.16 nm, reference = 360. Ligand 9 exhibits very weak absorbance intensity.

abeg Ld Wd 9%:%0:T TT0Z/0E€/E€ SWIT
uw Gz 02 St ot S 0
0
00¢
00¥
009
008
000}
002t
N
W
g nvw
(@' LOHSJYNS) 004'09¢=Jed 91'0e2=0IS ‘g 1ava
(s)uexbojewoayd uaxand

Ld Aq WA 8S:%€:CT T10C/0€/€

(W*I¥YISIA-ML) W' ¥A\d' $%0000ISHLLI\AHA-LI\YIVA\Z0EOENOTILYISWAHOD\ : &

Cuz
UuoT3edOoT

W* IIVLSIA-AC
0010+ wd Ge:gT TT IeW 0€

Ld

H pabueys 3seq
: poylen STsATeuy
: poyizen -bovy
:  93eq uot3oalur

H xo03exado *bovw

aTO0ZRI393}

sTq : oueyN o7dwes

d°* LOHSJUNS\VLVA\Z0E0ENOILVISWIAHD\*d ¢ °TTd e3jed
(s)wezbojzewoayd 3uaIIN) :8¢ MOPUTM JO JUTIJ

S8



Chemical formula: C;oH 9Ny (293,18) : M+1 =294.2 (observed); 2M +1 : 587.3 (observed)

(b) Mass analysis : API-ESI, scan mode / positive mode
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Chemical formula: C;oHoN{; (293,18) : M-1 =292.3 (observed); 2M -1 : 585.3 (observed)

(c) Mass analysis : API-ESI, scan mode / negative mode
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LCMS analyses of complex 1 : (a) DAD detection; (b) mass detection by Selected Ion Monitoring (SIM) in positive mode :

Zorbax Eclipse XDB-C8, 3.5u, 150 x 3.00 mm.

Column :

0.25 mM ammonium formate in water; B = acetonitrile

90% A

A

Mobile phase :
Isocratic:

0.5 mL/mn

25°C

Flow Rate:

Column temp:
(a) DAD:

360. Complex 1 exhibits even weaker absorbance intensity

230.16 nm, reference

compared to ligand 9.
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Chemical formula: C(H;FeN; (347,16) ; M+1 = 348.1 (observed).

(b) Mass analysis : API-ESI, SIM mode / positive mode
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Infrared spectrum of complex 1 (KBr pellet)
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Injection/electroporation protocol

Electroporation conditions : 200 V/cm, 8 pulses of 20 ms with 500 ms intervals.

All animal studies were performed in the Plateau de Biologie Expérimentale de la Souris (N° A 69 123
0303, PBES, ENS Lyon) under animal care procedures, conducted in accordance with the institutional
guidelines set by the European Community Council Directives (86/609/EEC) and approved by the local
ethical committee.

MRI

MR images were performed on a 7T Biospec system (Bruker Biospin, Ettlingen, Germany) using a
transmit/receive 32 mm inner diameter quadrature birdcage coil (Rapid Biomedical, Wiirzburg,
Germany).

T, value quantification

The longitudinal relaxation time T, was measured with an Inversion Recovery Fast Imaging with Steady
state Precession (IR-FISP) sequence. Imaging parameters were: TR/TE =4.2/2.1 ms, inversion times
TI=(68 + i x 50) ms where i =0, 1, ..., 32. Geometric parameters were: 40 x 40 mm?2 field of view
(FOV), 3 mm slice thickness and 256 x 192 matrix size. T, values were obtained from multiple T,
images by fitting a mono-exponential function to the data.

In vivo MRI

Anesthesia was conducted with a dedicated gas anesthesia system (TEM, Bordeaux, France). Mice were
first placed in an induction box with air mixed with 3 % of isoflurane gas (Nicholas Piramal limited,
BLondon, UK) administrated at 0.8°L/min flow. The animals were then placed in a supine position on a
plastic bed with the mouse nose placed in a face cone mask delivering the anesthetic gas (2 % isoflurane
with air at 0.6 L/min flow). Circulating warm water located above the mouse was used to regulate the
body temperature at 37 + 1°C. The respiratory cycle was monitored using an air pillow connected to a
Trigger Unit HSB-T (Rapid Biomedical, Wiirzburg, Germany).

T2-weighted turbo spin echo and a T,-weighted spin echo sequences were systematically performed at
the same location both in coronal and transverse orientation. The T2-weighted images were acquired
with TR/TE 3488/55 ms; a turbo factor of eight and a number of experiments (NEX) of 2. The T,-
weighted images were acquired with TR/TE 500/12 ms and 4 NEX. For all these scans, FOV was
30 x 30 mm?, the slice thickness was 0.8 mm and the acquisition matrix size was 256 x 192. A zero-
filling was performed at reconstrution to obtain a 512 x512 matrix size.

Additionnaly, a three-dimensional (3D) Fast Low Angle Shot (FLASH) sequence was used with the
following parameters: 45° flip angle, TR/TE 30/2.2 ms, 69 kHz receiver bandwidth (rbw) and 2 NEX. A
30 x 30 x 20 mm’ FOV was acquired with a matrix size of 256 x 192 x 48. Acquisition volume was
reconstructed to a 512 x 512 x 64 matrix.
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