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Supplementary Figure S1 shows the size density distribution of GUVs produced from POPC. Instead
of RSE, the gentle hydration method was used to produce MLVs. All other steps were the same as in
other experiments. The average GUV diameter (mean + sd) was 55 + 31 um, with many GUVs larger
than 100 pm and even as large as 300 um being produced. There is no need to use the RSE method if
no Chol, or small amount of Chol is present in the mixture. However, if that is not the case, since the
gentle hydration protocol also involves a lipid film drying step, the Chol demixing will certainly be
an issue. The RSE technique is included to assure that the Chol concentration in initial MLVs is the
same as the concentration of Chol in the initial mixture of lipids dissolved in an organic solvent.
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Figure S1. Size distribution density for GUVs produced from POPC with a spin-coating duration of 2
min. The lipid concentration was 3 mg/mL.



