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            Abstract
Technologies are needed to map and image biological barriers in vivo that limit solid tumor delivery and, ultimately, the effectiveness of imaging and therapeutic agents. Here we integrate proteomic and imaging analyses of caveolae at the blood-tumor interface to discover an active transendothelial portal to infiltrate tumors. A post-translationally modified form of annexin A1 (AnnA1) is selectively concentrated in human and rodent tumor caveolae. To follow trafficking, we generated a specific AnnA1 antibody that targets caveolae in the tumor endothelium. Intravital microscopy of caveolae-immunotargeted fluorophores even at low intravenous doses showed rapid and robust pumping across the endothelium to enter mammary, prostate and lung tumors. Within 1 h, the fluorescence signal concentrated throughout tumors to exceed the peak levels in blood. This transvascular pumping required the expression of caveolin 1 and annexin A1. Tumor uptake with other antibodies were >100-fold less. This proteomic imaging strategy reveals a unique target, antibody and caveolae pumping system for solid tumor penetration.
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                    Figure 1: Proteomic mapping identifies AnnA1 as a 34-kDa protein concentrated in the caveolae of various human and rodent solid tumors.[image: ]


Figure 2: mAnnA1 targets the EC surface, particularly caveolae, of tumors but not normal lung.[image: ]


Figure 3: Fluorescence IVM imaging of mammary tumors after intravenous injection of mAnnA1 shows rapid and pervasive tumor penetration.[image: ]


Figure 4: High-magnification fluorescence IVM showing that the transport of mAnnA1 across the tumor endothelium is rapid, specific, active and caveolae dependent.[image: ]


Figure 5: The interaction of mAnnA1 with the AnnA1 target in tissue subfractions and in vivo after intravenous injection and chemical crosslinking.[image: ]
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