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Development of a clickable bimodal fluorescent/PET probe for in vivo imaging
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Supporting figures
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Figure S1: Synthesis and analytical data of BODIPY-azide 1. (A) Amine-reactive BODIPY-Fl NHS ester was coupled over 2 h to 11-Azido-3,6,9-trioxaundecan-1-amine to obtain BODIPY-azide 1 in 99% yield. 
(B) Positive and negative-polarized ESI-MS of BODIPY-azide 1. 
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Figure S2: Synthesis of BODIPY-BBN 5 using CuAAC click chemistry. 
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Figure S3: In vitro cell binding study of BODIPY-BBN 5 using GRPr overexpressing PC-3 cells. BODIPY-BBN (green) and blue nuclear cell stain (blue).
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Figure S4: Quantification of tumor uptake comparing fluorescent imaging as well as gamma-counting.
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[bookmark: _GoBack]Figure S5: In vivo small animal PET/CT images (60 min) of PC-3 tumor bearing nude mice after intravenous injection of 18F-BODIPY-BBN 3 (55 ± 10 µCi) in PBS (4% DMSO, 200 µL).
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Figure S6: Percent intact fluorescent 19F-BODIPY-BBN in human serum at different time points (0, 15, 30, 45, and 60 min) after incubation at 37 °C. 




Chemistry and analytical data

Preparation of alkyne-modified bombesin analog 4. 
The alkyne-modified peptide, bombesin analog RM2 [1] (BBN, Leu-Sta-His-Gly-Val-Ala-Trp-Gln-D-Phe-NH2) was synthesized manually according to standard Fmoc chemistry [2] using Rink amide MBHA resin and Fmoc-protected amino acids [1]. The spacer and the 4-pentynoic acid were attached to the peptide sequence with HATU as an activating agent. A solution of TFA, anisole, and water (1.0 mL, ratio of 95:3:2) was added to the alkyne-modified bombesin (100 mg) and stirred at room temperature for 4 h. Afterwards diethyl ether (5.0 mL) was added to precipitate the peptide. After centrifugation the supernatant was removed and the peptide was dissolved in water (1.8 mL) and acetonitrile (0.2 mL). Purification by HPLC (10 mL/min, 5% to 95% B in 20 min) afforded the alkyne-modified bombesin 4 (18 mg, 71%) as a white solid: tR = 10.5 min. ESI-MS(+): m/z (%) = 1334.72 (60) [M+H]+, 667.64 (100) [M+2H]2+. HRMS (ESI): m/z calcd for C67H97N16O13: 1333.7421; found: 1333.7367 [M+H]+.
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