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Supplementary Figure S1. NTA calibration of particle concentration and size. A.
Correlation between theoretical and known particle concentrations obtained at five
dilutions (i.e., 1:15,000; 1:22,500; 1:30,000; 1:60,000 and 1:120,000) with 3 replicates
per dilution. B. Deviations of particle size were negligible when using monodisperse
100 nm carboxylated polystyrene particles (CPPs) at 1:15,000 dilution. Both results

support the accuracy of NTA measurements performed in this study.
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Supplementary Figure S2. Non-specific background signal when particles were eluted
from magnetic beads by pH acidification. This non-specific background was subtracted,
for each bin size (in nm), from each experiment performed in the present study (N =3

replicates).
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Supplementary Figure S3. NTA characterization of EVs obtained from the SH-SYSY
human neuroblastoma cell line and the RAW 264.7 murine macrophage cell line after
magnetic bead immunocapture. Two different EV isolation techniques were employed:
Norgen's Cell Culture Media Exosome Purification Kit (A) and UC (B), and the EV
samples obtained were further immunocaptured using anti-CD9, -CD63, and -CDS81
antibodies. The non-specific background was previously subtracted, for each bin width,
from each trial (N = 3 replicates) performed with each EV isolation technique. Note that
EV concentration resulting from the murine cell line appeared negligible compared to
that derived from the human cell line. In contrast to particles obtained from the murine
cell line, the mean size mode of particles obtained from the human cell line is in the

range of true exosomes. Statistical significance was expressed as * (p < 0.001).
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Young post-immunocapture
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Supplementary Figure S4. NTA characterization of salivary EVs obtained from
pooled saliva of three younger adults with each isolation technique before and after
immunocapture. Each plot displays the mean (black line) and standard deviation (red

line) obtained in each technique (N = 6 replicates). nm: nanometers.
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Supplementary Figure S5. NTA characterization of salivary EVs obtained from
pooled saliva of three older adults with each isolation technique before and after
immunocapture. Each plot displays the mean (black line) and standard deviation (red

line) obtained in each technique (N = 6 replicates). nm: nanometers.



