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Supplementary Figure Legends 

Figure S1: (a, b) Capturing efficiency of CD63 conjugated MNPs. (c-d) Extracted EVs 

were prepared using the Exo-Quick kit, and vesicle size and concentration were 

measured using Nanosight. 

Figure S2: (a) Side scattering for calibrating beads of the indicated sizes. (b) Bodipy-FL 

labeled EVs released from Jurkat cells were captured with anti-CD63-MNPs and analyzed 

by flow cytometry. Volumetric control was used to estimate the concentration of captured 

EVs 

Figure S3: (a) Bodipy labeled EVs released from Jurkat or JinB8 cells where captured 

with anti-MHC1-MNPs and analyzed using flow cytometry. Volumetric control was used 

to estimate the concentration of captured EVs 

Figure S4: RNA profiles were obtained using a RNA Bioanalyzer for the indicated capture 

vs uncaptured CD47, CD63 and MHC1-EVs for RNA sequencing samples. 

Figure S5:  Experimental design and work flow for the RNA-sequencing data analysis of 

selected small RNAs. 

Figure S6: (a-c) RNA profiles were obtained using RPKM normalization comparing 

captured and uncaptured CD47, CD63 and MHC1 EVs with absolute value of the fold 

change greater that 2.0 using scale log base 2. The number of upregulated RNAs  in  

captured CD47, CD63 and MHC1 EVs  are shown as pie charts.  

Figure S7: (a) Scatter graph of biological replicates comparing CD47+ and CD63+ EVs 

showing 24 transcripts (p < 0.05 and absolute value of the fold change greater that 2.0) 

using scale log base 2 of total RPM, (CD47_CAP and CD63_CAP, Student’s- t-test). 627 

transcripts pass the fold change cutoff before the application of the statistical test.   (b) A 

Scatter graph of biological replicates (n=2) between CD47+/MHC1+ EVs showing 682 

transcripts at 2-fold change before application of the statistical test and 41 (White) at p < 

0.05 using log base 2 of total RPM, X-axis (CD47_CAP and MHC1_CAP). (c) A Scatter 

graph of biological replicates comparing CD63+ and MHC1+ EVs showing 483 transcripts 

at 2-fold change before application of the statistical test and 9 highlighted (White) at p < 

0.05 using scale log base 2 of total RPM, (CD63_CAP and MHC_CAP). (d) Heat map of 

hierarchical clustering of the 24 transcripts at p<0.05 comparing CD47+ and CD63+ EVs.  

(e) Heat map of hierarchical clustering of the 38 transcripts at p<0.05 comparing CD63+ 
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and CD63- EVs. (f) Heat map of hierarchical clustering of the 9 transcripts at p<0.05 

comparing CD63+ and MHC1+ EVs.  

FigureS8: (a)  A Scatter graph of biological replicates (n=3) between CD47+/CD47- EVs 

showing 109 miRNA (All species) highlighted (White) at p<0.05 using scale log base 2 of 

total RPM, (CD47_CAP and CD47_UnCap). (b) A Scatter graph of biological replicates 

(n=2) comparing CD63+ and CD63- EVs showing 208 miRNAs (All species) highlighted 

(White) at p<0.05 using scale log base 2 of total RPM, (CD63_CAP and CD63_UnCap). 

(c) A Scatter graph of biological replicates (n=2) between MHC1+/MHC1- EVs showing 

135 miRNAs highlighted (White) at p<0.05 using scale log base 2 of total RPM, X-axis 

(MHC1_CAP and MHC_UnCap). 

Figure S9: (a) Hierarchical clustering of 135 miRNAs (All species) that were significant 

at p<0.05 (Student-t test) comparing MHC1+ AND MHC- EVs. (b) Out of 135 miRNAs, 7 

hsa-miRNA were enriched in MHC1+ EVs.  A comparison of MHC1+ and CD47+ EVs 

showed differential expression of 5 hsa-miRNAs. (c)  Microarray ratio files were imported 

into miRNA analysis Array Star project, and fold change was calculated by comparing 

CD47+ and CD63+ EVs and CD47+b and CD63+b EVs. Using the 1.5 fold change cutoff 

and P-value ≤ 0.05, 60 miRNA were found common between the RNA sequencing and 

microarray analyses. The pie chart shows UP (upregulated in CD47+ and CD63+ EVs), 

Down (in both), and UP/DOWN (not consistent). (d) Venn diagram of Captured CD63+, 

CD47+ and MHC1+ EV miRNAs identified by sequencing analysis aligned with the non-

coding genome using DNA Array Star 14.  
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NANOSIGHT Capture 2016-04-19 15-44-44
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Red error bars indicate +/- 1 standard error of the mean

Included Files

Capture 2016-04-19 15-45-14

Capture 2016-04-19 15-46-19

Capture 2016-04-19 15-47-24

Capture 2016-04-19 15-48-28

Capture 2016-04-19 15-49-33

Details

NTA Version: NTA 3.0 0068

Script Used: SOP Standard Measurement 03-11-43PM 05Dec2014.txt

Time Captured: 15:44:44  19/04/2016

Operator: AA

Pre-treatment:

Sample Name: Lin(1:1000)

Diluent:

Remarks:

Capture Settings

Camera Type: SCMOS

Camera Level: 12

Slider Shutter: 600

Slider Gain: 350

FPS 25.0

Number of Frames: 1498

Temperature: 25.7 - 25.8 oC

Viscosity: (Water) 0.873 - 0.875 cP

Dilution factor: Dilution not recorded

Syringe Pump Speed: 15

Analysis Settings

Detect Threshold: 10

Blur Size: Auto

Max Jump Distance: Auto: 14.2 - 16.3 pix

Results

Stats: Merged Data

Mean: 140.1 nm

Mode: 113.9 nm

SD: 47.8 nm

D10: 88.8 nm

D50: 124.2 nm

D90: 199.6 nm

Stats: Mean +/- Standard Error

Mean: 140.1 +/- 2.8 nm

Mode: 117.7 +/- 6.8 nm

SD: 46.7 +/- 3.4 nm

D10: 89.1 +/- 2.2 nm

D50: 123.6 +/- 2.6 nm

D90: 199.2 +/- 8.3 nm

Concentration: 1.13e+008 +/- 4.07e+006 particles/ml

5.7 +/- 0.2 particles/frame

6.0 +/- 0.2 centres/frame

JinB8

Mean:   140.1+/-2.8nm

Mode:  117.7 +/-6.8nm

0          200        400          600       800        1000

Size (nm)

x
1
0

6
p
a
rt

ic
le

s
/m

l

0          200        400          600       800        1000

Size (nm)

x
1
0

6
p
a
rt

ic
le

s
/m

l

NANOSIGHT Capture 2016-04-19 16-04-18
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FTLA Size / Concentration graph for Experiment:  
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Red error bars indicate +/- 1 standard error of the mean

Included Files

Capture 2016-04-19 16-04-38

Capture 2016-04-19 16-05-43

Capture 2016-04-19 16-06-48

Capture 2016-04-19 16-07-52

Capture 2016-04-19 16-08-57

Details

NTA Version: NTA 3.0 0068

Script Used: SOP Standard Measurement 03-11-43PM 05Dec2014.txt

Time Captured: 16:04:18  19/04/2016

Operator: AA

Pre-treatment:

Sample Name: JR(1:1000)

Diluent:

Remarks:

Capture Settings

Camera Type: SCMOS

Camera Level: 12

Slider Shutter: 600

Slider Gain: 350

FPS 25.0

Number of Frames: 1498

Temperature: 26.0 - 26.0 oC

Viscosity: (Water) 0.868 - 0.870 cP

Dilution factor: Dilution not recorded

Syringe Pump Speed: 15

Analysis Settings

Detect Threshold: 10

Blur Size: Auto

Max Jump Distance: Auto: 15.1 - 16.4 pix

Results

Stats: Merged Data

Mean: 122.3 nm

Mode: 97.3 nm

SD: 39.0 nm

D10: 82.8 nm

D50: 106.5 nm

D90: 176.1 nm

Stats: Mean +/- Standard Error

Mean: 122.0 +/- 3.0 nm

Mode: 101.6 +/- 3.7 nm

SD: 38.4 +/- 1.4 nm

D10: 84.3 +/- 1.7 nm

D50: 105.1 +/- 4.1 nm

D90: 161.4 +/- 9.2 nm

Concentration: 2.17e+008 +/- 7.02e+006 particles/ml

11.0 +/- 0.4 particles/frame

11.4 +/- 0.3 centres/frame

Mean:   122+/-3.0nm

Mode:  101.6 +/-3.7nm
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Supplementary Excel file notes for Kaur et al 

File Name: Table A _B_new Fig2_ Method I_RPKM 

Contents  

1. Data for Figure 2 pie charts (21 excel sheets) -Table-A 

2. Data for FDR analysis with RPKM_Method (I)-Table B 

3. Table S3 (Mapped and unmapped reads using Method (1) 

4. Fig S6  2-fold change  Captured vs uncaptured 

File Name: Table S4_ Raw data 

Contents  

1. Table S4 (Mapped and unmapped reads using Method (III) 

 




