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Supplementary Figure 1: Experimental workflow to elucidate the morphological and molecular features of SVEVs
isolated from four snake venoms species (Agkistrodon contortrix, Crotalus cerberus oreganus, Cotalus atrox and
Crotalus viridis). Snake venom extracellular vesicles were isolated by size exclusion chromatography and their
morphology characterized by transmission electron microscopy and dynamic light scattering. The SVEVs proteome
was identified by high resolution mass spectrometry using EThCD and HCD fragmentation. The biochemical activity
and cytotoxicity of SVEVs was determined by in vitro and in vivo assays. SVEVs isolation was also performed using

ultracentrifugation as complementary technique before characterization.
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Supplementary Figure 2: DLS and TEM analysis by the EVs acquired through the ultracentrifugation method of the whole
Agkistrodon contortrix contortrix (A.C.C) venom. A and B) SVEVs isolated by ultracentrifugation at 20000xg were
analyzed by DLS and TEM. C and D) SVEVs were isolated by ultracentrifugation at 100000xg from the supernatant from

the first centrifugation and were analyzed by DLS and TEM.
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Supplementary Figure 3: Overlap between all SVEVs proteins identified using different database search engines for each

snake venom. A) C.0., B) A.C.C., C) C.V., D) C.A., E) Combination of the four venoms.
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Supplementary Figure 4: Overlap between tryptic peptide sequences derived from SVEVs proteins identified in each snake
venom using specific database search engine. A) C.0., B) A.C.C., C) C.V., D) C.A. and E) Combination of different software

for all venomes.
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Supplementary Figure 5: Cellular components, Biological Functions and Molecular functions analysis for all the SVEVs

proteins.
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Supplementary Figure 6- Snake venoms metalloproteinases identified peptides, showing in a red underlined line a

prodomain site.

Supplementary Datasets:

Supplementary Tables 1-4. Proteins identified in the SVEVs isolated from four venoms (C.0., A.C.C., C.V. and C.A.) using
the four database search engines: Sequest/Proteome Discoverer (Supplementary Table 1), Andromeda/MaxQuant

(Supplementary Table 2), Peaks (Supplementary Table 3) and Comet/TPP (Supplementary Table 4).

Supplementary Tables 5-8. Peptides identified in the SVEVs isolated from C.0. venom using the four database search
engines: Peaks (Supplementary Table 5), Andromeda/MaxQuant (Supplementary Table 6), Comet/TPP (Supplementary
Table 7) and Sequest/Proteome Discoverer (Supplementary Table 8). The peptide RKDLLNR highlighted in yellow was

selected as an example of protein group assignment as discussed in the main text.

Supplementary Tables 9-12. Peptides identified in the SVEVs isolated from C.V. venom using the four database search
engines: Peaks (Supplementary Table 9), Andromeda/MaxQuant (Supplementary Table 10), Comet/TPP (Supplementary

Table 11) and Sequest/Proteome Discoverer (Supplementary Table 12).

Supplementary Tables 13-16. Peptides identified in the SVEVs isolated from C.A. venom using the four database search
engines: Peaks (Supplementary Table 13), Andromeda/MaxQuant (Supplementary Table 14), Comet/TPP

(Supplementary Table 15) and Sequest/Proteome Discoverer (Supplementary Table 16).



Supplementary Tables 17-20. Peptides identified in the SVEVs isolated from A.C.C. venom using the four database search

engines: Peaks (Supplementary Table 17), Andromeda/MaxQuant (Supplementary Table 18),

(Supplementary Table 19) and Sequest/Proteome Discoverer (Supplementary Table 20).

Additional information:

Comet/TPP

This file contains the original SDS-PAGE gels for the four snake venoms and the extracellular vesicles. Moreover, the

original SDS-PAGE gel showing the fibrinogenolytic activity is shown below.

AC.CCO CA C.

Additional info 1: original SDS-PAGE gels of the proteome content of four snake venoms (ACC, CO, CA and CV). The

experiment was performed in duplicate. Part of these gels were inserted in Figure 1 in the main text.
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Additional info 2: (left side) original SDS-PAGE gel of the proteome content of snake extracellular vesicles (SVEVs)
isolated from four snake venoms (ACC, CO, CA and CV). This experiment was run in duplicate for SVEVs isolated from

CA and CO venom (right side). Part of these gels were inserted in Figure 1 in the main text.

Time points (h)

Additional info 3: original SDS-PAGE gel showing the proteolytic activity of SVEVs from ACC venom upon fibrinogen. This

gel is part of Figure 5 in the main text.
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