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Figure S1. SPECT signal quantification in organs and hind limbs expressed as percentage of the injected dose (%ID).
A and B: MicroSPECT/CT signal quantifications of free [*™Tc]Tc-AnnV biodistribution (black bars, n = 3) and [*™Tc]Tc-
AnnV-LEV biodistribution (blue bars, n=10) 30 min after injection (*P < 0.05; **P < 0.01; ***P < 0.001; ***P < 0.0001). C:
MicroSPECT/CT signal quantifications of [*"Tc]Tc-AnnV-LEV biodistribution (n = 10) each 15 min, from 15 min post-
injection to 150 min post-injection. The rapidly increasing signal quantified in the bladder from 45 min after injection
presumes in vivo degradation of LEVs.



v y)
F-N

Il Vehicle
N Il LEVs
)
€53
8 S
OB
y O —
e O 8
- £52
NS ge
s a
o
= 1
=
< 0
3 4 7

Vehicle Days after hindlimb ischemia

Figure S2. Angiogenic activation in a mouse model of hindlimb ischemia treated by LEVs or vehicle. (A) Representative
images of [®*Ga]Ga-RGD:2 microPET/CT on day 3 after ischemia in vehicle- (n = 3, black bars) or LEV-treated mice (1 =3,
blue bars). The blue dots delimit regions of interest, ipsilateral hind limb on the right and contralateral hind limb on the
left side of each animal. (B) [¥Ga]Ga-RGD2 microPET/CT quantifications on days 3, 4 and 7 after ischemia.

Follow-up and quantification of angiogenic activation by [63Ga]Ga-RGD:2 microPET/CT imaging

[(¥Ga]Ga-RGD:2 was prepared by mixing 20 pg of NODAGA-RGD dimer peptide
(RGD:, ABX Biochemicals) with 150 uL of 4.0 mol-L-ammonium acetate buffer, then with
500 pL of a fresh [%Ga]GaCls solution eluted with pharmaceutical-grade 0.1 mol-L-* hy-
drochloric acid (Eckert&Ziegler, Berlin, Germany) from a pharmaceutical-grade
[8Ge]Ge/[*Ga]Ga generator (Galliapharm®, Eckert&Ziegler, Berlin, Germany), at room
temperature for 5 min. Radiochemical purity was assessed by instant thin layer radiochro-
matography using a radiochromatograph (miniGITA, Elysia-Raytest, Straubenhardt, Ger-
many), iTLC-SG paper (Agilent, Santa Clara, USA) as stationary phase, a freshly prepared
0.1 mol.L' sodium citrate pH 5 solution as mobile phase A (Rfo: [#Ga]Ga-RGD: + [%Ga]Ga-
colloids; Rfi: free [#Ga]GaCls) and a 50:50 mixture of freshly prepared 1 mol-L-' ammo-
nium acetate solution with methanol as mobile phase B (Rfo: free [$Ga]GaCls + [#Ga]Ga-
colloids; Rfi: [%Ga]Ga-RGDz). A radiochemical purity above 95% enabled to validate the
radiolabeling. Mice (n = 3 per condition) were injected with 6.0 + 1.1 MBq/50 pL of
[$¥Ga]Ga-RGD: in the caudal vein on days 3, 4, and 7 post-ischemia. Twenty-minute-long
micro-Positron Emitting Tomography coupled with Computed Tomography (mi-
croPET/CT) images were acquired 60 min after [%Ga]Ga-RGD:2 injection on a Nanos-
canPET/CT camera (Mediso, Budapest, Hungary) under 1.5% isoflurane anesthesia.
Quantitative ROI analysis of PET signal was performed on attenuation- and decay-cor-
rected PET images using InterviewFusion software (Mediso, Budapest, Hungary) and tis-

sue uptake values were expressed as a mean+sd ischemic-to-contralateral (i/c) hindlimb
signal ratio.

Endothelial LEV administration was associated with earlier angiogenic activation.

As soon as day 3 post-ischemia, [$¥Ga]Ga-RGD2 microPET/CT quantifications
showed a higher i/c radiotracer uptake ratio in LEVs-treated animals compared to vehicle
group (respectively 2.7 + 0.7 and 0.9 £ 0.2; n = 3) maintained up on day 4 (respectively 2.0
+ 0.6 and 0.8 + 0.6, n = 3). Both groups presented an elevated i/c radiotracer uptake ratio
on day 7 (vehicle: 1.7 £ 0.3, LEVs: 1.9 + 0.6, n = 3).
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Figure S3. Quantitative analysis of LASER Doppler signal expressed as ischemic-to-contralateral

muscle ratio (%, mean + sd) from day 0 to day 28 in vehicle- (1 = 10, black bars) or LEV-treated
mice (n =10, blue bars) (*P < 0.05).



