Supplemental Material
DOPC

Q
C)Intensn:yg

Distance, m Dlstance m70 Distance, Hm7
Dextran 3 kDa
Alexa fluor 546

10 min 20 min 30 min

DOPC/POPG

| [A_JL AU

Intensuty

Dlstance pm7OODlstance pm70 Distance, pm

Dy647NKCS.

Dextran 3 kDa
Alexa fluor 546

10 min 20 min 30 min

Figure S1. Cont.



DOPC/POPE
100
¢ g wwl

0 Distance, pm 00 Distance, pm

D'iste'mc'e, ;n80

10 min 20 min 30 min

Dextran 3 kDa
Alexa fluor 546

Figure S1. Translocation and tracer release induced by NKCS peptide in GUVs.
(a) Interaction of NKCS with GUVs prepared from DOPC. The middle panel shows neither
accumulation nor internalization of the peptide on the GUV membrane. The top panel
quantifies the fluorescence intensity along a horizontal line through the center of the GUV.
The lower panel demonstrates that 3 kDa dextran-Alexa Fluor 546 remained contained
within the GUV; (b) The middle panel shows the binding the Dy647-NKCS to the
membrane formed by DOPC/POPG. Peptide internalization was indicated by the non-zero
fluorescence in the GUYV interior, as quantified in the upper panel showing the fluorescence
intensity along a horizontal line through the center of the GUV. For this GUV, peptide
influx was very slow. The lower panel demonstrates that there was no leakage of 3 kDa
dextran-Alexa Fluor 546 out of the GUV; (¢) Interaction of NKCS with GUVs prepared
from DOPC/DOPE. The top panel quantifies the fluorescence intensity along a horizontal
line through the center of the GUV. The middle panel shows the accumulation of the
peptide in the membrane. But additionally over time a portion of the NKCS peptide is
crossing the membrane and can be found inside the versicle. This process was
accompanied by the release of 3 kDa dextran labeled with Alexa Fluor 546 (lower panel).
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