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Fig. 1 Doxorubicin concentrations in serum (A) and in the lungs (B) following intrapulmonary and intravenous
administration to mice with metastatic lung tumor

Doxorubicin (400 pg/kg) was administered intrapulmonarily or intravenously to mice with metastatic B16F10 lung tumor. The
doxorubicin concentrations in serum at 4, 6, and 8 h and those in the lungs at 8 h are shown. Each point represents the mean + SD
(n=4).*p<0.05and **p <0.01.
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Fig. 2 Doxorubicin distribution in the lung following intrapulmonary and intravenous administration to mice with
metastatic lung tumor

Doxorubicin (400 pg/kg) was administered intrapulmonarily or intravenously to mice with metastatic B16F10 lung tumor. At 8 h
after administration, serial sections were prepared by cryobiopsy. (A); Red fluorescence indicates the distribution of doxorubicin
in lung tissue. The dotted line represents the tumor region (T). Scale bar is 100 um. (B); The fluorescent intensity derived from
doxorubicin was analyzed using ImageJ software. Each point represents the mean £ SD (n = 3). *p < 0.05.
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Fig. 3 Preparation of nanoparticle formulation

T e 2% 1B TiX, siRNA ZRF a7 N~FET L0, AF
WAEBETAHASIRNALBAEHOE T Ly BERNEBEHO T T X I v ERAL
HEMMAEERICL YV ABEBNOESREER ST, H2EE T, 8=
ThHOIBEAREWHEMHEEL T siRNA OEKNZEZm L5720, AF
WMOBEREDF A UM R —LZRAEL, BEREZWE L SR E K
STz, H3EMTIX, MEMRICERE R T L /v LTS —ORRNY
Yy R THLHT7=AT I FE2REITEM L T siRNA i fu &% 4% % 53
LH7-0 ., WBEMEER L DSPE-PEG-anisamide # /R & L. HEEBIC X 2 EHE — &

OB ZLZF AL T DT 7R+ R/F 2T 25 2 LIk Lz,



FAELL 7= F 2 ki 8% > B16F10 ~ @ siRNA 2ZEZN R % in vitro (2 T L
Too T 7R FHAID SIRNA EZEDFEIX, 7=AT7 I RTREEM L TR
gy b — LV B-ANCH_EEICELS . 2O E1X T ok 5] o BE 5~
FEHERREROS I 2 R"T D ThHD (Fig. 4).

*

]

F-N
1

(5]
1

Intracellular siRNA (pmol/well)

2 -
T
1 =
0 "
Free Control Nanoparticle
siRNA formulation formulation

Fig. 4 In vitro intracellular siRNA delivery of nanoparticle formulations in B16F10 cells

Nanoparticle formulations containing fluorescent-labeled siRNA (200 nM) were applied to B16F10 cells (1 x10° cells) and then
incubated at 37°C for 4 h. After incubation, the intracellular fluorescent-labeled siRNA was determined. Each point represents
the mean £ SD (n = 4). *p < 0.01.
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Fig. 5 In vitro oncogene silencing effect of nanoparticle formulations containing antitumor siRNA in B16F10 cells
Nanoparticle formulations containing antitumor siRNA (200 nM, VEGF/c-Myc/MDM2 = 1:1:1 molar ratio) were applied to

B16F10 cells and then incubated at 37°C for 24 h. After incubation, VEGF, c-Myc, and MDM2 proteins were immunostained.
Green fluorescence indicates the localization of VEGF, c-Myc, and MDM2. Scale bar is 50 pum.
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Fig. 6 Survival rate of mice with metastatic lung tumor following intrapulmonary and intravenous administration of
nanoparticle formulations containing antitumor siRNA

Nanoparticle formulations containing antitumor siRNA (0.1 mg/kg, VEGF/c-Myc/MDM2 = 1:1:1 molar ratio) were administered

intrapulmonarily or intravenously to mice on days 6, 9, 12, 15, and 18 after B16F10 injection. n = 10. *p < 0.01 as compared to
control.
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