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Supplemental Figure 1 Read duplication levels are markedly different among different biomaterials.



ALIX

tsg101

CD9

Urine Plasma

CD9

flotilin-1

NANOSIGHT longitudinaal_18u_1-300 2017-12-08 10-58-41

0 100 200 300 400 500 600 700 800 900 1000

Size (nm)

C
o
n
ce

n
tr

a
tio

n
 (

p
a
rt

ic
le

s 
/ 
m

l)

0

0.2

0.4

0.6

0.8

1.0

1.2

1.4

1.6

E7

FTLA Concentration / Size graph for Experiment:
longitudinaal_18u_1-300 2017-12-08 10-58-41

longitu~10-58-48
longitu~11-00-14
longitu~11-01-38

0 100 200 300 400 500 600 700 800 900 1000

Size (nm)

C
o
n
ce

n
tr

a
tio

n
 (

p
a
rt

ic
le

s 
/ 
m

l)

89

189

5680

0.2

0.4

0.6

0.8

1.0

1.2

1.4

E7

Averaged FTLA Concentration / Size for Experiment:
longitudinaal_18u_1-300 2017-12-08 10-58-41
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Details

NTA Version: NTA 3.2 Dev Build 3.2.16
Script Used: SOP Standard Measurement 10-57-49AM 08~
Time Captured: 10:58:41  08/12/2017
Operator: E205
Pre-treatment:
Sample Name: 3B3
Diluent: 1/10
Remarks:

Capture Settings

Camera Type: sCMOS
Laser Type: Blue405
Camera Level: 13
Slider Shutter: 1232
Slider Gain: 219
FPS 25.0
Number of Frames: 749
Temperature: 21.2 - 21.3 oC
Viscosity: (Water) 0.969 - 0.971 cP
Dilution factor: Dilution not recorded

Analysis Settings

Detect Threshold: 5
Blur Size: Auto
Max Jump Distance: Auto: 9.3 - 9.7 pix

Results

Stats: Merged Data
Mean: 124.1 nm
Mode: 88.5 nm
SD: 49.2 nm
D10: 79.8 nm
D50: 107.8 nm
D90: 195.9 nm

Stats: Mean +/- Standard Error
Mean: 123.9 +/- 4.9 nm
Mode: 92.3 +/- 4.4 nm
SD: 48.4 +/- 3.4 nm
D10: 79.6 +/- 1.0 nm
D50: 109.3 +/- 5.0 nm
D90: 188.6 +/- 16.2 nm
Concentration: 7.27e+008 +/- 2.18e+007 particles/ml

36.9 +/- 1.1 particles/frame
38.4 +/- 1.0 centres/frame
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Included Files

NTA13032015_plasma ODG8-9 van 04032015_verdunning 1-100 2015--
03-13 12-48-11
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Details

NTA Version: NTA 3.0 0059
Script Used: SOP Standard Measurement 12-40-26PM 

13Mar2015.txt
Time Captured: 12:47:51  13/03/2015
Operator:
Pre-treatment:
Sample Name:
Diluent:
Remarks:

Capture Settings

Camera Type: SCMOS
Camera Level: 13
Slider Shutter: 800
Slider Gain: 350
FPS 28.1
Number of Frames: 1688
Temperature: 7.5 oC
Viscosity: (Water) 1.4 cP
Dilution factor: Dilution not recorded

Analysis Settings

Detect Threshold: 3
Blur Size: Auto
Max Jump Distance: Auto: 8.4 - 9.7 pix

Results

Stats: Merged Data
Mean: 75.7 nm
Mode: 54.4 nm
SD: 34.4 nm
D10: 38.0 nm
D50: 65.4 nm
D90: 130.5 nm

Stats: Mean +/- Standard Error
Mean: 75.5 +/- 2.3 nm
Mode: 69.4 +/- 8.9 nm
SD: 34.6 +/- 2.5 nm
D10: 38.7 +/- 2.2 nm
D50: 60.6 +/- 5.9 nm
D90: 122.7 +/- 15.0 nm
Concentration: 2.87e+008 +/- 4.00e+007 particles/ml

14.5 +/- 2.0 particles/frame
17.1 +/- 2.2 centres/frame
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Supplemental Figure 2a Characterization of EV from urine and plasma samples. Proteins are 
analyzed by western blot using specific EV markers (ALIX, tsg101, CD9 and flotillin-1) and 
non-EV markers (THP and ApoA-1). EV samples (density gradient fractions 9-10) are 
enriched in EV proteins and depleted for contaminants. EVs were qualitatively and 
quantitatively analyzed by electron microscopy and nanoparticle tracking analysis.
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Details

NTA Version: NTA 3.2 Dev Build 3.2.16
Script Used: SOP Standard Measurement 04-31-10PM 24O~
Time Captured: 16:32:33  24/10/2016
Operator:
Pre-treatment:
Sample Name:
Diluent:
Remarks:

Capture Settings

Camera Type: sCMOS
Laser Type: Blue405
Camera Level: 13
Slider Shutter: 1232
Slider Gain: 219
FPS 18.3
Number of Frames: 547
Temperature: 21.7 oC
Viscosity: (Water) 1.0 cP
Dilution factor: Dilution not recorded

Analysis Settings

Detect Threshold: 3
Blur Size: Auto
Max Jump Distance: Auto: 10.2 - 10.9 pix

Results

Stats: Merged Data
Mean: 133.3 nm
Mode: 127.0 nm
SD: 38.4 nm
D10: 75.5 nm
D50: 119.8 nm
D90: 176.9 nm

Stats: Mean +/- Standard Error
Mean: 133.3 +/- 4.7 nm
Mode: 139.2 +/- 9.5 nm
SD: 37.6 +/- 1.7 nm
D10: 75.1 +/- 1.8 nm
D50: 121.5 +/- 2.9 nm
D90: 174.5 +/- 13.3 nm
Concentration: 3.72e+008 +/- 3.23e+007 particles/ml

18.9 +/- 1.6 particles/frame
20.6 +/- 2.0 centres/frame

(scale bar=200nm)
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Supplemental Figure 2b Characterization of EV from MCF-7 GFP-Rab27b cells. 
Proteins are analyzed by performing western blot using specific EV markers (ALIX, 
tsg101 and CD9) and non-EV markers (Ago2). EV samples (density gradient fractions 
9-10) are enriched in EV proteins and depleted for contaminants. EVs were 
qualitatively and quantitatively analyzed by electron microscopy and nanoparticle 
tracking analysis.
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Supplemental Figure 3. Percentage of reads originating from the sense strand to demonstrate good strandedness of 
the kit.
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Supplemental Figure 4 RNA fragment size distribution shows shorter lengths in plasma derived libraries.
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Supplemental Figure 5 Good concordance between expected concentrations and observed TPMs. LP = library prep replicate. 
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Supplemental Figure 8 Log10 counts of the 20 most abundant genes per sample.
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Supplemental Figure 9 Count distributions per sample.
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Supplemental Figure 9 Count distributions per sample.
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Supplemental Figure 10 Gene body coverage shows typical total RNA sequencing coverage of fragmented 
RNA.
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Supplemental Figure 11 Overlap of expressed genes for ePRP and ePFP. The ePRP 
unique genes show an equal distribution compared to the overlapping genes, while the 
ePFP unique genes are lower distributed.
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