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Figure S1: Super-resolution microscopy-based EV characterization with markers not showing
significant differences. Representative images of single sEVs contemporarily co-expressing two
markers of those ones not considered in the following experiments (A). Pie charts of BPH surface-
only (B) and surface/intravesicular (C) markers distribution and of PCa surface-only (D) and
surface/intravesicular (E) ones, which resulted not significant in the subsequent experiments. Not
relevant surface-only (F) and surface/intravesicular (G) cluster counts for both types of samples.
Abbreviations: sEVs: small extracellular vesicles; PCa: prostate cancer; BPH: benign prostate
hyperplasia.



Clusters comparison for intravescicular targets by neoplastic conditions
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Figure S2: Intravesicular and surface markers without statistically significant differences between
neoplastic conditions.



ROC curves to discriminate prostate condition by intravesicular and surface targets
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Figure S3: Receiver operating characteristics curves for intravesicular and surface markers not
statistically significant. ROC curves show their inaccuracy to discriminate: ALK AUC=0.67 (Fig. S3A);
CD81 has an AUC=0.60 (Fig. S3B); CD81 and ALK have AUC=0.70 (Fig. S3C); CD81 and CyclinD1
AUC=0.59 (Fig. S3D); CyclinD1 AUC=0.47 (Fig. S3E). ERBB3 AUC=0.46 (Fig. S3F); ERBB3, CD81
AUC=0.61 (Fig. S3G).



PCa BPH Sensitivity =~ Specificity =~ Accuracy

ALK >8.48 25 3
0.75 0.59 0.62

ALK <8.48 17 9

CD81=4.70 24 4
0.66 0.57 0.59

CD81<4.70 18 8

CD81, ALK >5.61 26 4
0.66 0.61 0.62

CD81, ALK <5.61 16 8

CD81, CyclinD1 > 4.39 20 5
0.58 0.48 0.50

CD81, CyclinD1 < 4.39 21 7

CyclinD1 >7.41 20 6
0.50 0.48 0.49

CyclinD1 < 7.41 21 6

ERBB3 >8.16 19 6
0.50 0.45 0.46

ERBB3 < 8.16 23 6

ERBB3, CD81 > 6.40 24 5
0.58 0.57 0.57

ERBB3, CD81 < 6.40 18 7

Table S1: Contingency table with cutoff values and performance metrics for markers: ALK; CD81;
CD81, ALK; CD81, CyclinD1; CyclinD1; ERBB3; ERBB3, CD81.



Cluster counts for intravesicular and surface markers by gleason grading
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Figure S4: Cluster counts for Gleason classification (not statistically significant markers).



Cluster counts for all markers by tumor staging

A STAT3 B CyclinD1 C CyclinD1, CD81 D STAT3, CD81 E STATS3, CyclinD1, CD81
8 6 &
s 4
- g =
— 61 . — 7 — 51 —
g 3 18 - 8 . | B
o 2 o ° =]
= = =, = =
] B 7 ] 7 N
=2 2 2 =2 2
o o - o o o
54 34 .
51 34 44
L]
-
. 2 ]
. 44 2+ .
%a 2 3a 3b %a 2c 3a b %a 2 3a 3b 2a 2 3a b 2a 2c 3a 3b
Tumor stage Tumor stage Tumor stage Tumor stage Tumor stage
F ERBB3 G CD81 H ALK | CD81, ALK J  ErbB3, CD81
6.5+
6 6
6.04 44 71
g =1 1B g T st
=] o o o o
=551 I = = = =
w w w w w
) o o 5 [ Fi}
b . B D ] D
=2 2o 2 =2 2
0504 o o S, G 41
3 -
4.5+ . - o
. 0 0-
%2a 2c 8a 3b 2a 2c 3a 3b %a 2 3a 3b %2a 2 3a b 2a 2c 3a 3b
Tumor stage Tumor stage Tumor stage Tumor stage Tumor stage
K STAT3, CyclinD1 L ErbB3, ALK M ErbB3, ALK, CD81
0.051 15.04 0.233 12.5 0.075
| 1 e
0.457 0.875 0.409
121 RARER 0.031 2138
| —
— 068 12.51 0.683 100] —205
0.167 1 0.367
& 104 & 0.274 a [ w—
=) 0.868 =] =) 0.929
g — I} 0.413 L T
1
g g 10.04 g 7.54
% 81 D ]
2 2 =2
C | EHE_=-C ° B
N £ o col B
L]
(L S soi . M
2a 2c 3a 3b 2a 2c 3a 3b 2a 2c 3a 3b
Tumor stage Tumor stage Tumor stage

Figure S5: Cluster counts grouped by tumor staging for intravesicular and surface markers. STAT3,
CyclinD1 (Fig. S5K) shows statistically significant difference in stage 3a versus 3b; in Fig. S5L ErbB3
and ALK have a higher value in stage 2c than in 3a; ErbB3, ALK and CD81 (Fig. S5M) show a relevant
discrepancy in stage 2a compared to 3a counts. STAT3 (Fig. S5A) in tumor stage 2a vs 3b should be
mentioned for discrepant but not statistically significant counts due to outlier.



PSA values by prostate disease PSA values by gleason score
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Figure S6: Evaluation of PSA values in different clinical conditions: Fig. S6A, boxplot showing the
distribution of PSA values between PCa and BPH; Fig. S6B, ROC curve for PSA to discriminate
between PCa and BPH; Fig. S6C, differences in PSA values grouping by gleason grading; Fig. S6D,
distribution of PSA values by tumor stage under study.



