
Figure 3: Separation of E. coli MP1 EVs from EV-free proteins by SEC. (A)
Schematic of E. coli MP1 expressing recombinant mCherry (red) in the cytosol
and periplasm-trafficking Cytolysin A-nanoLuciferase fusion protein (yellow
diamonds). (B) nano-Luciferase bioluminescence activity and mCherry
fluorescence were monitored in sequentially eluted chromatography fractions.
Vertical dotted line represents limit of EV-enriched fractions based on analyses in
Figure 1. (C) EV fractions (F2-5) were immunogold labelled following staining
with anti-nano-Luciferase antibody. Cyan arrowheads point to gold-conjugated
secondary antibody colocalizing with small EVs. Control EVs from wildtype E.
coli MP1 had negligible non-specific staining. Widefield TEM images are shown
in Supplementary Figure 4.
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