MSC Serum Free Media (Adipose-Primary Cell Separation and Subculturing)

Nomenclature Specification Cat No. Brief description of use Expiry date
MSC Serum Free Basal Medium 500 mL/vial NCO0103 5 mL NCO104.S is added to 500 2- 8°C, 12 months
MSC Serum Free Medium Supplement 3 mL NC0103 for primary cell
(Adipose-Primary Cell Separation and 5 mL/vial NC0104.S [separation and subculturing of -20°C, 12 months
Subculturing) ADSCs.
Stem Cell Digestion Products
Nomenclature Specification Cat No. Brief description of use Expiry date
Specially used for the digestion
Adipose tissue digestive enzyme 100 mL/vial NC1005 |of adipose tissues to separate 2- 8°C, 12 months
primary ADSCs.
It is specially used for stem cell
Stem Cell Mild Digestive Enzyme 500 mL/vial NC1004.1 [digestion, has mild effect and can| 2- 8°C, 12 months
improve the cell viability.
Stem Cell Cryopreserved Products
Nomenclature Specification Cat No. Brief description of use Expiry date
It supports storage of high-
Serum Free Cell Cryopreservation Media 100 mL/vial NC1001.1 |density cryopreserved stem cells | 2- 8°C, 12 months
and immune cells.
It supports storage of high-
density cryopreserved stem cells
GMP Cell Cryopreservation Media 100 mL/vial NCI1010 iR 2- 8°C, 12 months

No protein, no DMSO,
pharmaceutical injection grade
drug substance, higher safety.
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Not only for performance, but focus more on safety

MSC Serum Free Media

(Adipose-Primary Cell Separation and Subculturing)

US FDA Class Il Medical Device Registration No. 510(K): K190983
NMPA Pharmaceutical Excipients Registration No.: F20190000508

Stable passage up to 20 generations
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The MSC Serum Free Media have passed biocompatibility and toxicity tests
Powerfully support IND application and clinical studies




[ erit Process | ADSCs cuture |

[l
If you do not know how to culture the cells, it does not matter. Yocon Biology will provide you with a complete culture The media can be used for primary cell separation and subculturing of ADSCs, i‘ &(,ﬂ"i
solution. and can be stably passaged to 20 generations. 1
Primary
Adipose tissue (alcohol digestion method) — SVF — seeding 45106 primary ADSCs can be obtained from 10 mL adipose tissue. - il
There were primary cells grew adherently after 48 h. Primary cells can be harvested after 6-8 .
Adi ADSC S SVF days
ti
DPBS dlgelsptilieelrfzs;;e “"l" Free M:criliJa:n ""l" Centrifuge, resuspend, Seeding .
N N ol .)“ml\ Passaging
Wash until bloodless Dlgest while shaking Neutralize sieve, and clean by wﬁ Total harvested P3 cells 1550x%1 07_
centrifugation 7 —
Adipose Total harvested PS5 cells 318000%10".
obtained by
l ti .
posteton [Serial Passage Data]
The following data was obtained from serum free medium and adipose tissue digestive enzymes by Yocon Biology adipose separation
. technique.
ADSC passag in g Different adipose samples and different separation techniques may lead to significant differences in results. *
gt?;lls;:r:at?aenfu'ture Terminate the digestion Centrifuge, and discard ADSC Se”_"m N b f
the supernatant Free Media Seeding density ' umber ot Amplification
— Passage Time Confluence harvested cells Total harvested cells (pcs)
’i‘m\ , y \ (pcs/cm2) (pcs)/T25 factor
S ) A  — ”% Primary - Days 6 to 8 - 4.5E6 - 4.5E6
‘_\ MBASAAIAN RN T
ﬂﬁ@ ] S P1 8000 72h 80% ~90% 2.80E6 1402 |6.31E+07
DPBS washing XEEEEE.
Pre-paseaged Digest by the stem cell P2 3.47E6 17.33 109E+07
i dlgesiive enzyme P3 2.83E6 1415 [1550E+07
P4 3.10E6 15.51 24000E+07
P5 2.65E6 13.24 318000E+07
H P6 2.58E6 12.89 4100000E+07
ADSCs cryopreservation
P7 2.63E6 13.17 53900000E+07
P8 2.40E6 12.02 649000000E+07
Add Yocon GMP cell . . Programed cooling
count eryopreservation Aliquoting Long-term storage in P9 2.51E6 12.55  [8140000000E+07
media liquid nitrogen P10 1.89E6 9.45 76900000000E+07
ol = Nr E" - N
) ADSC P11 1.98E6 9.90 761000000000E+07
Cer}trlfuge, and cryopreservation 1-2 mL/tube
discard the density 1E6-2.5E7 P12 1.56E6 7.82 5950000000000E+07
supernatant cells/mL
Digested ADSCs ————— Operateat4°C  ——— P13 1.53E6 7.66 45600000000000E+07
P14 1.40E6 7.00 319000000000000E+07
P15 1.47E6 7.33 2340000000000000E+07
P16 1.49E6 7.43 17400000000000000E+07
ADSCs cryoprese rvation P17 1.54E6 7.68 133000000000000000E+07
P18 1.41E6 7.03 938000000000000000E+07
S Centrifuge, and P19 1.47E6 7.37 6920000000000000000E+07
o discard th ADSC S
37°C water bath Free Media supernatant Froe Moy | cutueinfasks p20 96h 1.46E6 7.29 50400000000000000000E+07
-196C| i, i, ol G == N .)"m\
Dissolve rapidly i RAZA i 8000cells/cm? I




Cell morphology ’

Adipose before Adipose after .
washing washing Primary ADSCs




Induced
differentiation

Induced adipogenesis
(Oil Red staining)




Count

B04 CD44
8 _Gate: P1
- M-L 1-R
0.1% 9.9%)|
8
e TIT T T w1
wl W2 1 w2

500

Count

1,000

P3

Phenotyping

CD44 FITC-A

P8

Phenotyping

A04 CD44

_Gate: (P1.

\Vd-L V4-R
0.0% 100.0%
BURLLLL L L

w w2 w3 et WS W W2

CD44-A

Count

Sty Negative
o o

Vi-R

1-L

Count
100 200

A A A B
FL1-A
B06 CD73 cD73+
P

a
8

500
1

Count

wl W Wt WS WS W72
CD73 PerCp-A

AD1 yinxing
5 -t

Negative
control

Vi1-R

Count
100

2
FL1-A
A0B CD73 cb73+
= Tva-L V&R
0.0% 100.0%
%-
o T
Al

wh W W8 W72
CD73-A

Count

Count

B03 CD34 CD34 - B05 CD45 CD45~
_Gate: - . 2 RI2
A V2-R# &7
100.0% 0.0%
°:| SR ‘:‘llllll IIIIIIII-:"z °;‘ LA RULL AN AU R,
CD34 PE-A CD4S PE-A
B07 CD90 cDY0ot B08 CD105 cD105+
N | CD70" R |CD105 ]
3-L# V3-R# =
01% 99.9%|
.3 8
A B Rz 2 °:|.,2.A.‘4..5.,o..7‘2
CD90 PE-Cy§-A CD105 FITC-A
AD3 CD34 - AD5 CD45 -
§_G§1§' (P1inalh che §_Q§1§' (P1inalh Clorg
- M2-L V2-R - V2-L V2-R
100.0% 0.09%) 99.7% 0.3%)
8- <&
5
S
;l W o wt WS B T2 =;|
CD34-A CD45-A
A07 CDY0 + A08 CD105 +
= M-L V1-R = V2-L V2-R
0.0% 100.0%) 0.0% 100.09%
81 L8
5
S
- -
wl w2 w3 Wt WA B W12 w w2 B ot WS B W2
CDQ0-A CD105-A

Count

200

P10

Phenotyping

P18
Phenotyping

BO4 CO44
Gate: (P2 inall

GO0

400
1

3L
0.0%

1]

an

T TN T TTTw 1
wh W8 Wb Ll
Coga-A

Count

A01 yinxing
P

8 -

Count
100
i1

A06 CD73
Gate: (P1 in al

Negative
control

V1-R

ol W w3 Wt WS Wb W72
CD73-A
BO1 winxing
= _Gate: (P2 in all)
= - Wi-R
100.0% 0.0%,
+ ¥
3o
T TTTI T T
Wl w3 o
FLA-2

CO6 CO73 CD73%
= Gate: (P2 in alh
= WAL Ya-R
0.0% 100.0%
g
=TT T T
wl wd wF ot W W TR
CO73-A

Count

Count

= _Gate: (PZin all}

A03 CD34

o W WP Wt S B W2
CD34A

P S

Gate: (P1 in al

C03 D34

wh S Wb W2
CDI0-A

2L Wa-R
100.0% 0.
2 -
1_01 wh o owd Wt W8 W W72
CD34-A
EO7 CD4Y0 cD90t
= Gate: (P2 in ally
= W1-L Wil-F
0.0% 0. 0%,
2
= T TTI TTT T T
wl o wd w3 ot W8 W WrE

CDE0-A

AD5 CD45
Gate: (P1 in al

o W WP Wt S B W2
CD45-A

ol W w3 Wt WS WS W2
CD105-A
BOS CD45 CD45 -
= _Gate: (P2 in all)
=ML YI-R
EEREE 0.2%
£ %]
Sg_
;1”2.93.94.95.»6”?-2
COa5-A
BOS CD105 CcD105*
= _Gate: (P2 in all}
= WL W3R
0.2% EEREE
£ %]
3o
= TTTTT TTTTIN TTTIm
w Wt b W W7

Ch105-A



Biocompatibility and Toxicity Studies ’

ADSCs recovery ’
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Recovery of cryopreserved primary ADSCs

The primary ADSCs were cryopreserved using the Yocon Biology serum free cell cryopreservation media, recovered in ADSC serum free
'MSC SFM Basal medium MSC SFM Basal medium MSC SFM Basal medium

‘Skin Sensitization Study (Maximization Test)

MSC SFM Basal medium

‘White Rabbit Intracutaneous Reactivity Test

media for 72 hours, and then serially passaged. PET— i G0 S o SR by
Test Report Test Report Test Report Test Report
e Sy CTrre— = T ——
Biacorpativiliy Lab o LEON Ra, e/ Biocsmpatvitty Lab.of LEON Biocompattilty Lab, o LEON
B, o L. | Biocompativiiy Labiof LEON Bitec. Co. Lid. ntch. Co. L.
S| RAST-KL20200502(AMOT} B inTe RGPMT-KL20200602 S| RAIR-KLZ02006024AMO1 )
= [

Acute systemic toxicity study In Vitro Cytotoxicity Assay Skin Sensitization Study White Rabbit Intracutaneous
Reactivity Trial
gy . P
SGS.
ANALYSIS OF LEACHABLES PROFILE
FOR MSC SFM BASAL MEDIUM AND
WS 5P GROWTH SUBPLEMENT

MSC SEM Basal medium

‘White Rabbit Pyrogen Test

Test Report

Vocon biology technlogy company.

Biocompatbiiy Lal of LEON
Biotech. Co. Lid.

| RePvKcL200602AMO1)

White Rabbit Pyrogen Test Leachable Chemical Sterility Test Transport Stability Test

Characterization Test

Hardware Conditions ’

Yocon Biology has the first fully automatic liquid culture medium production line in China, including 6 major subsystems such as pure water
system, distilled water system, cooling water system, online steam sterilization system, liquid dispensing system, and filling system. Yocon Biology

is the Class II in vitro diagnostic reagent. manufacturer, and meets the GMP production requirements.

CIP&SIP, to ensure the sterility of the whole manufacturing process

Fully automatic liquid dispensing system with the batch output of 1000 L




