Mild hyperthermia accelerates doxorubicin clearance from
tumour-extravasated temperature-sensitive liposomes
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Figure S1: Histological examination of mice injected with TSL-Dox in combination with mild localised HT.
H&E staining of heart, kidney, liver and spleen tissues from B16F10 tumour-bearing C57BL6 mice, three
weeks following injection of 5 mg/kg Dox encapsulated in LTSL, TTSL, and NTSL. Magnification 10x and
scale of images 10 um (black bar). No histological abnormalities were observed in the tissues; expect some
macrophages infiltration in the liver of the treated groups (as indicated by the black arrows).
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Figure S2: Histological examination of mice injected with TSL-Dox in combination with mild localised HT.
Masson’s Trichome staining of heart, kidney, liver and spleen tissues from B16F10 tumour-bearing C57BL6
mice, three weeks following injection of 5 mg/kg doxorubicin encapsulated in LTSL, TTSL, and NTSL.
Magnification 10x and scale of images 10 um (black bar). No signs of fibrosis was evident in all examined
sections.
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Figure S3: Histological examination of B16F10 tumours treated with TSL-Dox and a single HT session.
H&E staining of B16F10 tumours injected intravenously with LTSL-Dox, TTSL-Dox, and NTSL-Dox at a dose
of 5 mg/kg Dox in combination with 60 min mild localised HT session (Magnification 10x). Extensive tissue
damage was observed in all treated groups (LTSL-Dox, TTSL-Dox, and NTSL-Dox) on day 4, 7 and 9 post the
first HT treatment, compared to the control group.
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Figure S4: Histological examination of B16F10 tumours treated with TSL-Dox and two HT sessions. H&E
staining of B16F10 tumours injected intravenously with LTSL-Dox, TTSL-Dox, and NTSL-Dox at a dose of 5
mg/kg Dox in combination with two HT sessions (immediately after injection and 24 hr post the first HT)
(Magnification 10x). Extensive tissue damage was observed in all treated groups (LTSL-Dox, TTSL-Dox, and
NTSL-Dox) on day 4,7 and 9 post first HT treatment, compared the control group.
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Figure S5: TSL-Dox release in vivo. TSL-Dox formulations were injected intravenously at 5 mg/kg Dox in
human breast MDA-MB-435-xenograft bearing athymic nude mice. Live imaging of Dox release in human
breast MDA-MB-435-xenograft bearing athymic nude mice, immediately after 1 hr HT, 24 hr post-HT and
after the second HT treatment (2 HT). Dox release was assessed using the IVIS® Lumina Il In Vivo Imaging
System (Caliper Life Sciences Corp., Alameda, CA). Dox fluorescent intensity at the tumour site was
qguantified by drawing a region of interest (ROI) that covers the tumour area. Data are displayed in the
unitless value of efficiency and represent the ratio of light emitted to light incident. Data are expressed as
mean = S.D (n=3)
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