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SI Materials and Methods 

Effectiveness of liposome pegylation for masking them from the macrophages uptake. 

THP-1 cells were grown at 37 °C in a humidified air atmosphere with 5% CO2. The cells were 

cultured in the RPMI 1640 medium, supplemented with 10% fetal calf serum, 2 mM l-

glutamine, 100 U/ml penicillin, 100 μg/ml streptomycin, and 10 mM HEPES buffer. For 

differentiation of THP-1 cells to macrophages-like phenotype 30 µl of 10 µM, phorbol 12-

myristate 13-acetate (PMA, Invitrogene, Waltham, Massachusetts, USA) was added. 24 

hours after cells were incubated with 100 µl of Alexa Fluor 546TM functionalized pegylated 

and non-pegylated liposomes in Dulbecco's Modified Eagle Medium (DMEM, Waltham, 

Massachusetts, USA) on 96-well optical bottom plate (Nunc, Roskilde, Denmark). After 15 

minutes of incubation, cells were washed 3 times by phosphate buffer pH 7.4 and examined 

by 96-well TECAN plate reader at 561 nm excitation and 572 nm emission (Tecan, 

Männedorf, canton of Zürich, Switzerland). 

Cell culture and toxicity ex vivo. 

Primary MMTV-PyMT cells were isolated and cultured as described[1]. The cells were 

maintained in DMEM supplemented with 10% fetal bovine serum (Sigma), 2 mM L-glutamine 

(Invitrogene, Waltham, Massachusetts, USA), 100 units of penicillin, and 100 µg/ml 

streptomycin (Invitrogen) at 37°C in a humidified 5% CO2 atmosphere. Cells were incubated 

for 24 hours with 0.15 mM MCFS-Lip solution and with PBS buffer for negative control. As a 

positive control, 1 µM of staurosporine (STS) was added. Phosphatidylserine exposure and 

the loss of membrane integrity were measured by labeling cells with Annexin V-PE in the 

presence of propidium iodide according to the manufacturer’s instructions. Cells were then 
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subjected to FACS analysis using FACScalibur flow cytometer (Becton Dickinson, Franklin 

Lakes, NJ, USA) and CellQuest software. 
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Figure S1. 

Effectiveness of liposome pegylation for masking them from the macrophages uptake. 

Fluorescence intensity from the THP-1 cells differentiated to the macrophages-like 

phenotype and incubated with pegylated and non-pegylated liposomes loaded by Alexa 

Fluor 565™ (** p<0.01). 
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Figure S2. Assessment of MCFS-Lip toxicity on cells. 

PyMT mouse breast cancer cells labeled by Annexin V-PE in presence of 5 µg/ml of 

propidium iodide. Cells were untreated (negative control), treated with 0.15 mM of MCFS-

Lip, and treated 1 µm of STS (positive control). The intensity of fluorescence was measured 

by flow cytometry and data analyzed by Cell Quest software. 


