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Fig. 1 FRET phenomenon (A) and FRET imaging strategy for detecting the dissociation of polymeric
nanoparticle (B)
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Fig. 2 In vivo FRET imaging of DiR— and DiD-—co-loaded nanoparticles in mice (A). DiR- and

DiD—co-loaded nanoparticles (10 nmol of DiR and DiD each/kg) were intravenously administered. The

images were obtained by in vivo imager. Ex vivo fluorescence images were obtained at 0.25 and 8 h after
administration (B).
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Fig. 3 Intravital FRET imaging of DiR— and DiD—co-loaded nanoparticles in mouse liver tissue. DiR— and
DiD-co-loaded nanoparticles (10 nmol of DiR and DiD each/kg) were intravenously administered. The
images were obtained at the designated times by zoom fluorescence microscopy. Scale bar is 100 pm.
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Fig. 4 Advantage of tissue-clearing technique
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Fig. 5§ Appearance of liver after the tissue-clearing treatment (A). Dil distribution and tomato-lectin
labeled sinusoidal structures of mouse liver after tissue-clearing treatment (B). Dil loaded nanoparticles
(333 nmol/kg for Dil) was administered intravenously to mice. At 4 h after administration, the liver was
perfused for fixation and excised. DyLight 649-conjugated tomato lectin (3.3 mg/kg) was administered
intravenously ten minutes before perfusion. Each fluorescent image at 0, 50, and 100 pm below the liver
surface was individually analyzed at the respective depth. Scale bar is 50 pm. Three-dimensional images
reconstructed from single-plane fluorescent images of the liver (C).
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Fig. 6 Appearance of tumor region and luminescence imaging in tumor-bearing mice (A). Akalumine
hydrochloride (3.3 mg/kg) was administered intraperitoneally to tumor-bearing mice at 7 days after
injection of BxPC3-Red-Fluc cells. The luminescence images were obtained by in vive imager. In vivo
FRET imaging of DiR— and DiD—co-loaded polymeric nanoparticles in tumor-bearing mice (B). DiR— and
DiD-co-loaded nanoparticles (10 nmol of DiR and DiD each/kg) were intravenously administered. The
images were obtained by in vive imager. Ex vivo fluorescence images were obtained at 8 h after
administration (C).
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Fig. 7 Three-dimensional images (A) and single-plane fluorescent images (B) of Dil distribution and
tomato-lectin labeled vascular structures of tumor tissue after tissue-clearing treatments. Dil loaded
nanoparticles (333 nmol/kg for Dil) was administered intravenously to tumor-bearing mice. At 8 h after
administration, the tumor was perfused for fixation and excised. DyLight 649-conjugated tomato lectin
(3.3 mg/kg) was administered intravenously ten minutes before perfusion. After tissue-clearing treatment
using Modified CUBIC technique, the tissues were observed with confocal laser microscopy. Scale bar is
100 pm. Each 2-pm stack is obtained from 0 to 120 pm below the tumor surface.
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