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Figure S1. Yield of isolated EVs per 10 g of sap. The protein concentration of DM-EVs was more that 5-
times higher than that of PD-EVs, and nearly 10-times higher than that of CO-EVs and TO-EVs.
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Sample Protein name
Peroxidase

Peroxidase 4

Peroxidase P7-like
Pro-hevein-like

Peroxidase 4-like

DM-EVs Peroxidase 16-like
Polyporopepsin

Glucan endo-1,3-beta-glucosidase
Beta-1,3-glucanase

Peroxidase N1-like

Basic endochitinase A-like

Protein Walls Are Thin 1-like

Transcriptional repressor ILP1
CLIP-associated protein-like

Protein plastid transcriptionally active 14-like

PD-EVs

Figure S2. Proteins in DM-EVs and PD-EVs identified by LC/MS. Identified plant proteins were with

respect to peroxidase for DM-EVs, and cell-wall deposition protein for PD-EVs.
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Figure S3. Relative cellular uptake of DM-EVs and PD-EVs by human breast cells. (a) Fluorescence
microscopic images of uptake of DM-EVs in human breast cells including MCF10A, MDA-MB-231, and
MCF7 for 24 h. Scale bar: 100 ym, and magnified images: 75 ym. Fluorescence microscopic images of
human breast cells treated with different concentrations of (b) DM-EVs and (d) PD-EVs for 24 h. Scale
bar: 50 ym. Analysis of intracellular fluorescence intensity per cell internalizing (c) DM-EVs and (e) PD-
EVs for each field, respectively. Mean values + SEM (****P < 0.0001). EVs were labeled with Dil (red),
cells were stained with Actin Green 488 (green), and nuclear counterstaining was performed using
Hoechst 33342 (blue).
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© B16F1
® B16BL6

Cell survival (%)

10° 10" 102  10®  10¢
Concentration (ug/ml)

Origin Cell MeanIC, £SD (ug/mbL) SI

B16F1 16+1.8 -
B16BL6 24£1.9 0.66

Melanoma

Figure S4. Concentration-response curves for DM-EVs against melanoma cells. The ICs value of

melanoma of malignant tumor cells had no significant difference from low metastatic cells.
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Figure S5. Detection of apoptotic cell death by TUNEL assay. (a) Apoptotic cells identified by TUNEL
assay in MDA-MB-231 cells treated with 15 pg/mL for cisplatin, 21 ug/mL for DM-EVs, 61 pg/mL for PD-
EVs, and 4.6 ug/mL for combined DM-EVs and PD-EVs at their respective ICso values. (b) Percentage of
TUNEL positive apoptotic cells in each field, respectively. Cisplatin was used as a positive control. Mean
values £ SEM (*P < 0.05, **P < 0.01 vs. no treat).
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Figure S6. Synergetic effect of combining DM-EVs and other EVs against skin and breast tumor cells. (a)
Cytotoxicity of the combination of DM-EVs and TO-EVs against human breast cells. (b) Cytotoxicity of the
combination of DM-EVs and CO-EVs against human skin cells. (c) Cytotoxicity of the combination of DM-
EVs and TO-EVs against breast cells. (d) Cytotoxicity of the combination of DM-EVs and CO-EVs against
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DM + TO-EVs DM+ CO-EVs
Cell
Mean IC,; + SD (ug/mL)
MCF10A 25+2.0 26+19
MDA-MB
B 1419 7019
MCF7 15+ 1.9 16+ 1.9
HNF 14+19 19+1.9
A431 14+£1.9 2119
Selectivity index (SI)
MDA-MB 1.7 37
-231
MCF7 16 1.7
A431 1.1 0.93

human skin cells. (e) Selectivity of cytotoxicity of DM-EVs combined with TO-EVs or CO-EVs.
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