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AlloEx Video of Particles Moving Under Brownian Motion
From NS300




NANOSIGHT

Concentration {particles / mi)
1

Chi-Abefly D075 185405 1834230
ChiAlloRy D075 18-35-38- 18-35-38
Chi-AlloRy BTIL0T-H) 18-85 183843

[} 0 W e 400 Sltn a0 elm wlna 1000
Size (nm)

FTLA Concentration / Size graph for Experiment:

CM-AlloRx 2018-07-30 18-33-26

Results

Stats: Merged Data
Mean:

Mode:

50:

D10:

D50:

De0:

AlloEx 2019-07-30 16-33-26

=]

Conceniration {particles / mi)

] 00 M0 E0 40 500 & .'Icn B0 D 0
Size (nm})

Averaged FTLA Concentration / Size for Experiment:

CM-AlloRe 2019-07-30 16-23-26

Emor bars indicate + /-1 standard error of the mean

148.3 nm
115.3 nm
511 nm
298.0 nm
138.5 nm
2044 nm

Stats: Mean +/- Standard Ermor

Mean:

Mode:

SD:

D10:

D50:

Da0:
Concentration:

1442 4~ 0.7 nm

1284 +~7.7 nm

51.0 +~ 0.3 nm

93.1 +~ 1.8 nm

138.0 +~ 1.8 nm

204.0 +- 1.3 nm

5.80e+08 +/- 2.832+08 particles/ml
209.3 4/~ 12.3 particlesframe
240 4 +/- B.6 centres/frame

NANOSIGHT

Conceniration {partices  ml)

Vagas §-18-1438
Vigas 8~18-17-40
Vagas 5-16-1545

| 1
530 B [ B (] 1063

Size (nm)

FTLA Concentration | Size graph for Experiment:
Vegas Sample 2018-07-30 16-12-43

Results

Stats: Merged Data
Wean:

Mode:

S

D10:

Ds0:

Can:

Competitor 2019-07-30 16-12-43

25

o
=
1

w
|

in
1
=

Concentration (partides / ml)
1

=
1

08

Size (nmij

Averaged FTLA Concentration [ Size for Experiment:
Vepgas Sample 2018-07-20 18-12-43
Error bars indicate + /-1 standard emmor of the mean

1888 nm
120.5 nm
7.4 nm
5.8 nm
1428 nm
281.8 nm

Stats: Mean +- Standard Emor

Wean:

Mode:

50:

D10

D5D0:

Dan:
‘Concentration:

183.8 +~ 4.0 nm

1208 +- 2.8 nm

T8.1 4~ 24 nm

85.8 +/- 26 nm

141.6 +~ 5.8 nm

288.5 +- 147 nm

3.03e+08 +~ 2.172+07 particles'ml
306 +- 1.1 particles/frame

32.5 +- 1.1 centresiframe



Data Summary of Fluorescent Nano Tracking Analysis via Zetaview

TABLE 1. DATA SUMMARY (fNTA SAMPLE ANALYSIS BY ZETAVIEW)
Mgi[::l:“ Sir:sﬂ am original
# | Dilution Sample ID Mode (X50) X10 (nm) | X90 (nm) ! %D (nm) Cﬂn[;_entrﬂtiﬂn
{nm (particles/mL)
1 250,000 100 nm st_sc Scatter 98.6 67.6 149.2 108.3 44 2 H5e+13
2 100,000 | Liposomes_sc Scatter 90.7 580 138.3 g7 1 36.3 1.8e+13
3 100,000 Liposomes_fl Fluorescent ar.a 628 1532 105.6 40.3 1.6e+13
4 1,000 VBP_exo_sc Scatter 135.0 70.2 2327 14? 2 672 2.1e+11
h 1,000 VBP _exo_fl Fluorescent 152.3 1.7 2559 8 851 2.0e+11
G 100 VBP-Comp_sc Scatter 140.6 81.8 2455 158.5 738 3.9e+9
T 100 VBP-Comp_fl Fluorescent 201.1 1139 36581 235.1 118.7 h.le+d

Sample ID: Lipsomes= Control
Sample ID: VBP-exo= AlloEx
Sample ID: VBP-Comp= Competitor



Histograms of Purity Overlay

Ficure 1:
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Mode Scatter Fluorescent Figure 1 shows overlay of scatter and fluorescent mode size
Sensitivity 70-80 80-85 distribution histograms. Liposomes standard (control) showed 89%
Shutter 80-100 50 labeling, indicating that labeling was successful. It is expected to see
Cycles/positions 2/11 1/11 over 85% labeling for liposomes standard. fNTA analysis of derived
Frame rate 30 30 analytes showed that the protocol for extraction and isolation of
Maximum Size 1000 1000 exosomes from conditioned media is suitable toward samples
Minimum Size 10 10 provided by Vitro Biopharma. The exosomes were over 95% pure
Track Length 30-15 15-10 according to fNTA data.
Minimum Brightness 20 20

The recovery of exosomes from lyophilized powder (Competitor) was

less than expected. With assumption that each vial contained about
3B particles, the total particle count was expected to be 60B from 20
vials. After concentration from 20 mL to about 150 pL the expected
particle concentration was 8e+12. The achieved concentration was
three orders of magnitude lower with only 10% labeling.



Phenotypic Analysis

Figure 2:
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Figure 2. Median Fluorescent intensity of CD9, CD63 and CD81 biomarkers in
VBP exo (AlloEx) and Competitor samples of purified exosomes. All three
exosome markers were detected in VBP cm (AlloEx) sample with CD63 and
CD81 being the most abundant. VBP-COMP CD63, CD81 and CD9 were

undetectable.



Phenotypic Analysis- Complete MACSplex Exosome Kit

Figure 3:
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* CD49e: helps form a receptor for fibronectin

* CD9: modulate cell adhesion and migration and also
trigger platelet activation and aggregation

* CDG63: play arole in the regulation of cell development,
activation, growth, and motility

* CD81: play arole in the regulation of cell development,
activation, growth and motility, localized in the tumor-
suppressor gene region

* CD146: a matrix molecule that is broadly expressed
within the vascular wall

* CD44: involved in cell-cell interactions, cell adhesion
and migration

* CD29: involved in cell-cell or cell-matrix adhesion.

* CD142: role in the clotting process is the initiation of
thrombin formation

Figure 3 shows the expression from the complete MACSplex
Exosome Kit via flow cytometry. AlloEx shows high median
fluorescent intensity (MFI) of CD63 and CD81 while Competitor
had no expression. All of the phenotypic markers expressed on
AlloEx are described above.



Inflammatory Biomarker Analysis
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Figure 4. AlloEx and Competitor were ran on the Milliplex Human High Sensitivity T Cell Magnetic Panel to determine pro and anti-inflammatory markers.
AlloEx expressed higher levels of both pro and anti-inflammatory markers when compared to Competitor. All inflammatory markers are defined on the next
slide.



Inflammatory Biomarker Description

e Fractalkine/CX3CL- Anti-Inflammatory
e  GM-CSF- Pro-Inflammatory
e  |FNy- Pro-Inflammatory
e |IL-1B- Pro-Inflammatory
e |L-2- Pro-Inflammatory
e |L-4- Anti-Inflammatory
e |L-5- Pro-Inflammatory
e |L-6- Pro/Anti-Inflammatory
e |L-7- Pro-Inflammatory
e IL-8/CXCL8- Pro-Inflammatory
e |L-10- Anti-Inflammatory
e |L-12- (p70) Pro-Inflammatory
e |L-13- Anti-Inflammatory
e |L-17A- Pro-Inflammatory
e |L-21- Pro-Inflammatory
e  |L-23- Pro-Inflammatory
e |I-TAC/CXCL11- Pro-Inflammatory
e  MIP-1a/CCL3- Pro-Inflammatory
e  MIP-1B/CCL4- Pro-Inflammatory
e  MIP-3a/CCL20- Pro-Inflammatory
e  TNFa- Pro-Inflammatory




Verification Data Summary of Fluorescent Nano Tracking Analysis via
Zetaview

TABLE 1. DATA SUMMARY (fNTA SAMPLE ANALYSIS BY ZETAVIEW)
Median Mean .
Size Size, nm Original
# | Dilution Sample ID Mode (X50) X10 {nm) | X90 (nm) ' SD (nm) | Concentration
{particles/mL)
{nmy}
1 | 250,000 100 nm st_sc Scatter 99.2 68.2 148.1 106.4 36.0 3.5e+13
2 20,000 Liposomes_sc Scafter 133.7 80.9+ 278.8 161.3 903 2.4e+12
3 20,000 Liposomes f Fluorescent 150.6 803 440.3 2153 162 5 2.4e+12
4 1,000 VBP_exo_sc Scatter 127.9 758 2174 1443 775 8.6e+10
h 1,000 VBP exo f Fluorescent 127.5 775 2452 154.3 90.8 8.6e+10

Sample ID: Lipsomes= Control
Sample ID: VBP-exo= AlloEx



Histograms of Purity Overlay
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Mode Scatter Fluorescent Figure 1 shows overlay of scatter and fluorescent mode size distribution
gﬁﬂiﬁ:w 8?&-18130[} Bﬂggﬁ histograms. All samples showed high percent of fluorescent labeling suggesting
Cycles/positions 211 1711 high purity of exosomes. Liposomes standard showed 89% labeling, indicating that
Frame rate 30 30 labeling was successful. It is expected to see over 85% labeling for liposomes
Maximum Size 1000 1000 standard
Minimum Size 10 10 . ) i . Y - . ) .
Track Length 30-15 15-10 Figure 1. Overlay of particle size distribution histograms recorded in scatter and

fluorescent modes for liposome labeling standard and VBP exosomes.

fNTA analysis of derived analytes showed that the protocol for extraction and
isolation of exosomes from conditioned media is suitable toward samples provided
by Vitro Biopharma. The exosomes showed 100% labeling according to fNTA data.



AlloEx Transmission Electron Microscope (TEM)
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