Supplementary methods

SKOV3-Luc cells

SKOV3-Luc cells stably expressing Luc?2 firefly luciferase were derived from SKOV3 cells.
Briefly, lentiviral vectors coding for Luc-IRES-Neo cassette were derived from HIV and have
the capacity to transfer genes into non-dividing cells!. They were VSV-G pseudotyped, which
confers a very broad cell tropism and an increased stability. To prevent transactivation of genes
neighboring the integration site by the retroviral long terminal repeat (LTR), we used self-
inactivating constructs (SINs) in which the enhancer/promoter sequences of the U3 region in
the 3’LTR are deleted. Constructs also carry a central poly-purine tract, a central termination
sequence, and a woodchuck hepatitis virus post-transcriptional regulatory element that

2. In the vector,

significantly enhance transduction efficiency and transgene expression
transcription is driven by the SFFV promoter. SKOV3 cells were seeded in 12-well plates. After
24 h, lentiviral vector was added (1.8x107 UI/mL; 100 pL/well) in renewed medium for 48 h.
Selection of stable transduced cells was performed by adding 600 pg/mL G418 (Invivogen,
France) to the culture medium. Monoclonal cell populations were isolated by limiting dilution
sub-cloning in 96-well plates. Luciferase expressing clones were identified by addition of 150
pg.mL! of D-luciferin (Promega, France) followed by in vitro bioluminescence imaging using

the IVIS Kinetic imaging system (PerkinElmer). The stability of luciferase expression was

checked over several division cycles.

Subcutaneous ovarian tumor model
Mice were injected subcutaneously in the flank with 107 SKOV3 cells in 200 uL 1X PBS.
Tumor size was measured three times a week using a caliper, and the tumor volume was

calculated as length x (width)? x 0.4,



Pharmacokinetics studies on blood plasma samples

Fifty microliters of blood were sampled from the tail vein before and at different times after
probes administration, centrifuged 5 min at 8,000 g, and 10 pL of plasma were used for
fluorescence imaging using the Fluobeam®800, as previously described®>. Half-lives were
measured from nonlinear regression fit analyses (two phase decay, GraphPad Software Inc.,

San Diego, CA, USA).

In vivo biodistribution of fluorescent probes

When subcutaneous SKOV3 tumor volume reached 300 + 30 mm?®, mice were anesthetized,
and 2D-fluorescence images were acquired using the Fluobeam®800 at several time points after
fluorescent probes administration (n = 6 mice per group). At the end of the experiment, mice
were sacrificed, and some organs were collected for ex vivo imaging using the Fluobeam®800.
Semiquantitative data were obtained using the Wasabi® software (Hamamatsu, Massy, France)
by drawing regions of interest (ROIs) on the different organs and fluorescence signals were
expressed as the number of relative light units per pixel per unit of exposure time
(RLU/pixel/100 ms) and relative to the fluorescence signal in the skin, liver or muscle, as

previously described*.
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