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Scheme 1. Imaging strategy of existing near-infrared fluorescent probes

3 for in vivo fluorescence imaging of whole animals.
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Figure 1. a) Molecular design of fluorescent probes for detection of
folate receptors. The structures of FolateSiR-1 and FolateSiR-2 are also
shown. b) Absorption and emission spectra of 1 um FolateSiR-1 in
100 mm sodium phosphate buffer at pH 7.4, A, =652 nm. c) Absorp-
tion and emission spectra of 1 pm FolateSiR-2 in 100 mm sodium
phosphate buffer at pH 7.4, i, =656 nm.
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Figure 2. a) Bright-field (left) and fluorescence (right) images of KB
cells incubated with 5 pm FolateSiR-1 or FolateSiR-2 in the presence or
absence of 1 mm folic acid and 0.5% DMSO as a cosolvent. White
arrows indicate bright dots inside cells; A,, =650 nm, A, =670-

750 nm. Scale bars =20 um. b) Bright-field (left) and fluorescence
(right) images of OVCAR-3 cells incubated with 5 um FolateSiR-1 or
FolateSiR-2 and 0.5% DMSO as a cosolvent. White arrows indicate
bright dots inside cells, ., =650 nm, A, =670-750 nm. Scale

bars =20 um.
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Figure 3. a) Schematic of folate receptor (= Folbp 1) expression in
mouse embryo; regions reported to show folate receptor expression
are shown in gray. b) Fluorescence image of mouse embryo incubated
with 20 pm FolateSiR-1. Locations stained with FolateSiR-1 are indicat-
ed by white arrowheads. c) Fluorescence image of mouse embryo

incubated with 20 pm FolateSiR-2.
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Figure 4. a) Fluorescence images at different time points of KB tumor-
bearing mouse injected with 100 um FolateSiR-1 in 100 pL saline
containing 1% DMSO as a cosolvent. Fluorescence and white light
images were obtained before and 0, 0.5, 1, 2, 3 and 6 h after the probe
injection; 4., =661 (641-681) nm, A, =700-800 nm. T=tumor,

M = muscle. Fluorescence intensity scale: gray scale 0 to 255. b) Time-
dependent change of fluorescence intensity in tumor and non-tumor
(muscle) areas of three mice, including the mouse in (a). Error bar
shows S.E. ¢) Fluorescence images at different time points of KB
tumor-bearing mouse injected with 100 um FolateSiR-2 in 100 pL
saline containing 1% DMSO as a cosolvent. Fluorescence and white-
light images were obtained before and 0, 0.5, 1, 2, 3 and 6 h after the
probe injection; k., =661 (641-681) nm, &,,, = 700-800 nm. T =tumor,
M = muscle. Fluorescence intensity scale: gray scale 0 to 255. d) Time-
dependent change of fluorescence intensity in tumor and non-tumor
(muscle) areas of three mice, including the mouse in (c). Error bar
shows S.E.
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Figure 5. a) The ovarian cancer tissue microarray was incubated with
5 um FolateSiR-1 and 2.9 um DAPI (nuclear stain) in phosphate-
buffered saline containing 0.05% Tween 20 (PBST) for 2 h. Then, the
tissue microarray was washed with PBST three times and the fluores-
cence image was obtained. The microarray contains 37 tumor tissues
and 3 normal tissues. Fluorescence images of the 3 normal tissues
and 3 representative tumor tissues are shown, scale bar=2 mm.

b) Immunostaining of folate receptors in the tissue microarray. The
immunostained 3 normal tissues and 3 tumor tissues correspond to
those in (a), scale bar=2 mm.



