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I. Product Overview

Mesenchymal stem cells (MSCs), a type of somatic stem cell, can be isolated from adipose tissue, bone marrow,
umbilical cord, and dental pulp etc. In 2006, Dominici et al. defined human MSCs based on three criteria: (1)
Adhesion to plastic culture vessels; (2) Expression of positive markers CD105, CD73, and CD90, and non-expression
of negative markers CD45, CD34, HLA-Class II (DR), CD14, CD11b, CD79a, and CD19; and (3) Ability to
differentiate into osteocytes, adipocytes, and chondrocytes.

MSCs are known for their excellent self-proliferation abilities, and possess the capacity to differentiate into a variety
of cells, including not only bone, cartilage, and fat, but also liver>>* 5. MSCs do not express MHC Class-II proteins®,
possess immunomodulatory functions®, and accumulate at diseased sites, secreting various cytokines and growth
factors®, which promotes tissue regeneration and repair> 7.

This product consists of cells that have been subcultured (one passage) after being isolated from the bone marrow of
adult SD rats by density gradient centrifugation method®. This product has been confirmed to differentiate into

osteocytes, adipocytes, and chondrocytes (Note: Verification of surface antigen markers has not been conducted.).

II. Precautions Before Use
Please make sure to review this manual before using the product.
Product should be used under [aseptic operation]. The biosafety level is [Level 1].

Please use the dedicated medium sold separately for culturing this product.

III. Product Warranty

We guarantee against growth failure after the start of culture only if cells have been properly stored in liquid
nitrogen, and cultured according to the manual using the dedicated medium and reagents.

Please contact our product support (email: primarycell@cosmobio.co.jp) for assistance.

The warranty period is [within 6 months of receiving the product].

Please note that the warranty does not apply if there have been changes to the medium or the method of use,

if cells have been subcultured beyond the recommended number of passages, or re-frozen cells have been used.
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IV. Product Components

Product Name Catalog Nio Size Quantity Storage Expiration
Bone Marrow-derived ¥ Liquid nitrogen
msgoic | X 10 1 a s 6 months
Mesenchymal Stem Cells, Rat cells/vial vapor phase

(This product is shipped with dry ice package. If the product is not to be used immediately upon receipt, please store it

in liquid nitrogen.)

V. Cell origin

Derived from the femoral bone marrow of 3-5-weeks old SD rats

VI. Dedicated Media (Serum-Containing Media) (sold separately)

Growth Medium
Product Name | Catalog No. | Components Size Quantity Storage Expiration date
Labeled on the bottle
Growth (when stored at —20 °C)
200 mL
Medium -20°C 3 months after thawing
BMMSC (frozen) (when stored at 4 °C)
_ MSB-GM
Growth Medium 4°C Labeled on the bottle
(after thawing)| (when stored at —20 °C)
Supplement | 250 puL )
2 weeks after thawing
(when stored at 4 °C)
(Medium's main ingredients: DMEM (Low glucose), serum, antibiotics, etc.)
Adipogenic Differentiation Medium
Product Name Catalog No. Size | Quantity Storage Expiration date
MSC Adipogenic
. P .g . MSC-ADDM | 250 mL 1 Labeled on the bottle
Differentiation Medium —20 °C (frozen) (when stored at —20 °C)
MSC Adipogenic 4 °C (after thawing) | 3 months after thawing
MSC-ADMM | 250 mL 1 o
Maintenance Medium (when stored at 4 °C)
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Chondrogenic Differentiation Medium

Product Name Catalog No.| Components | Size | Quantity Storage Expiration date
Labeled on the bottle
Chondrogenic
) o (when stored at —20 °C)
Differentiation | 50 mL 1
. —20°C 3 months after thawing
BMMSC/CBMSC Medium
) (frozen) (when stored at 4 °C)
Chondrogenic MSC-CHB
4°C Labeled on the bottle
Differentiation Medium )
(after thawing) | (when stored at —20 °C)
Supplement |125 pL 1 )
1 month after thawing
(when stored at 4 °C)
VIIL. Related Products
Collagen Coating Solution
Product Name Catalog No. Size Quantity
Collagen Coating Solution
) SCO 100 mL 1
(Type I collagen, Bovine)
Cell Cryopreservation Medium
Product Name Catalog No. Size Quantity
COS banker COS-CFMO01 120 mL 1
Adipocytes Staining Kit
Product Name Catalog No. Components Size Quantity
Oil Red O Solution 150 mL x 2
Lipid Assay Kit AKO9F 1 Set
Solvent for Oil Red O Extraction 200 mL x 2
VIII. Instructions For Use

® Remove the cryovial from the dry ice packaging and immediately place in liquid nitrogen until use.

® This product is confirmed [to be capable of being subcultured only once]. Subculturing more than twice

may affect cell proliferation rate and differentiation efficiency. Therefore, customers should use their own

discretion regarding its feasibility.

® We recommend using a collagen-coated culture vessel. This is particularly important when inducing

differentiation into adipocytes, as the cells become very prone to detachment.
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IX. Protocols
Collagen Coating

[Requirements]

1.

Culture vessels (100-mm dishes recommended for cell proliferation; 24-well plates recommended for
induction of adipocyte or osteocyte differentiation.)

Collagen coating solution (Catalog No.: SCO)

PBS(-) or HBSS(-)

Sterile pipettes, conical tubes, and other culture equipment

Add enough collagen coating solution to cover the surface of the culture vessel (approximately 5 mL for a
100-mm dish, 0.3-0.5 mL/well for a 24-well plate); thereafter, immediately remove the solution. For
glass-bottom vessels, let the solution stand overnight before removing it.

Wash twice with PBS(-) or HBSS(-), then add PBS(-) or HBSS(-) and let stand for at least one hour before
use. If not using immediately, fill the vessel with PBS(-) or HBSS(-) and store at room temperature for

several days.

Preparation of Growth Medium

[Requirements]

BMMSC Growth Medium (Catalog No.: MSB-GM)

Sterile pipettes, conical tubes, and other culture equipment

Thaw the growth medium at 4 °C and transfer 100 mL to a new medium bottle. The remaining medium can
be stored for 3 months at 4 °C.
Thaw the supplement at 4 °C and add one bottle of thawed supplement (250 pL) to the 100 mL growth

medium. The prepared growth medium with the supplement can be stored for 2 weeks at 4 °C.

Cell Thawing and Seeding

* For culturing in 100-mm dishes.
[Requirements]
Bone Marrow-derived Mesenchymal Stem Cells, Rat (Catalog No.: MSB01C)
BMMSC Growth Medium (Catalog No.: MSB-GM) (Prepared medium)
Three collagen-coated 100-mm dishes
Sterile pipettes, conical tubes, and other culture equipment
1. Remove the cryovial containing the frozen cells from liquid nitrogen storage, and immediately place it in a
37 °C water bath. Quickly thaw the cells (within 90-120 seconds) by gently swirling the vial in the 37 °C
water bath until only a small bit of ice remains in the vial.
2. Transfer the vial to a clean bench. Before opening, wipe the outside of the vial with 70% ethanol.
3. Transfer the thawed cell solution to a 15-mL conical tube containing 10 mL of pre-warmed (37 °C) growth
medium. After gentle mixing, centrifuge the solution at 200 xg for 5 minutes at room temperature.
4. Remove and discard the supernatant, then add 9 mL of pre-warmed (37 °C) growth medium and resuspend
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the cells.

5. Add 3 mL of the cell suspension and 7 mL of pre-warmed (37 °C) growth medium each to three 100-mm
dishes pre-coated with collagen. Gently mix to evenly disperse the cells. Then, culture the cells in a 37 °C
incubator with 5% COs,.

6. At the next day after seeding of cells (the 1%t day of culture), replace the medium with pre-warmed (37 °C)
growth medium. Thereafter, replace the medium every 1-2 days with pre-warmed (37 °C) growth medium
(Fig. 1).

7. Once 70-80% confluency is achieved (the 2™ to 4™ day of culture), proceed with passaging, differentiation

induction experiments, or freeze the cells for storage.

Cell Subculturing
* For subculturing from 100-mm dishes.

[Requirements]
Cells at 70-80% confluency
BMMSC Growth Medium (Catalog No.: MSB-GM) (Prepared medium)
PBS(-) or HBSS(-)
0.05% trypsin-EDTA solution
Collagen-coated culture vessels

Sterile pipettes, conical tubes, and other culture equipment

1. Remove and discard the remaining growth medium from the culture vessel containing cells at 70-80%
confluency (the 2™ to 4™ day of culture), wash the vessel with pre-warmed (37 °C) PBS(-) or HBSS(-) 1-2
times.

2. Add 3 mL of 0.05% trypsin-EDTA solution and incubate the cells at 37 °C for 1-2 minutes while observing.

3. Gently tap the culture vessel horizontally, then check for cell detachment under a microscope. If the cells

have not detached, incubate further for 1 minute at 37 °C (Note: Extending trypsin-EDTA treatment

beyond 10 minutes may affect cell condition. Cells not detached are strongly adhered to the vessel, and

should not be forcibly detached to avoid damage or denaturation.).

4. Add 10 mL of pre-warmed (37 °C) growth medium to inactivate trypsin, and pipette to collect cells into a
conical tube.

5. Centrifuge at 200 xg for 5 minutes at room temperature, remove and discard the supernatant, add an
appropriate amount of pre-warmed (37 °C) growth medium, and resuspend and count the cells.

6. After counting the cells, adjust to the required cell density for seeding, differentiation induction experiments,

etc.
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Cryopreservation of Cells

[Requirements]
Cells at 70-80% confluency
BMMSC Growth Medium (Catalog No.: MSB-GM) (Prepared medium)
PBS(-) or HBSS(-)
0.05% trypsin-EDTA solution
COS banker (Cell cryopreservation medium) (Catalog No.: COS-CFMO01)
Cryovial
Cell freezing container (Product name: CoolCell FTS30, Manufacturer: BM Equipment Co, Ltd., Catalog
No.: BCS-170 etc.)

Sterile pipettes, conical tubes, and other culture equipment

1. Perform steps 1 to 5 of “Cell Subculturing.”

2. Centrifuge again at 200 xg for 5 minutes at room temperature, remove and discard the supernatant, add
pre-cooled (4 °C) cell cryopreservation medium, and resuspend to achieve 1 x 10° cells/mL.

3. Dispense aliquots of the cell suspension into cryovials and freeze at —80 °C in a cell freezing container.

4. Transfer to liquid nitrogen storage the following day.

Adipogenic Differentiation
* For culturing in 24-well plates.

[Requirements]
Collagen-coated 24 well plates
Cells at 70-80% confluency
BMMSC Growth Medium (Catalog No.: MSB-GM) (Prepared medium)
MSC Adipogenic Differentiation Medium (Catalog No.: MSC-ADDM)
MSC Adipogenic Maintenance Medium (Catalog No.: MSC-ADMM)
Sterile pipettes, conical tubes, and other culture equipment

Lipid Assay Kit (Catalog No.: AKO9F)

1. Following “Cell Thawing and Seeding” or “Cell Subculturing”, seed cells in a collagen-coated 24-well plate
(seeding density: 1 x 10* cells/cm?), and culture in growth medium (0.5 mL/well) until 70-80% confluency
is achieved.

2. Replace the medium with pre-warmed (37 °C) adipogenic differentiation medium (0.5 mL/well) and culture
for 3 days.

3. Replace the medium with pre-warmed (37 °C) adipogenic maintenance medium (0.5 mL/well) and culture
for 2 days.

4. Small lipid droplets will start appearing at this stage.

Thereafter, replace the medium every 23 days with pre-warmed (37 °C) adipogenic maintenance medium
(0.5 mL/well), and observe the growth of the lipid droplets.
6. Accumulated lipid droplets will maximize in approximately 7 days. The accumulated lipid droplets can be

stained with a Lipid Assay Kit (Fig. 2).
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Chondrogenic Differentiation

[Requirements]
Collagen-coated 100-mm dishes
Cells at 70-80% confluency
BMMSC Growth Medium (Catalog No.: MSB-GM) (Prepared medium)
BMMSC/CBMSC Chondrogenic Differentiation Medium (Catalog No.: MSC-CHB)

Sterile pipettes, conical tubes, and other culture equipment

1. Before use, thaw the chondrogenic differentiation medium (50 mL) at 4 °C, and add one bottle of thawed
supplement.

2. Following “Cell Thawing and Seeding” or “Cell Subculturing”, seed cells in a collagen-coated 100-mm dish,
and culture in growth medium until 70-80% confluency is achieved.

3. Perform steps 1 to 5 of “Cell Subculturing”.

4. Centrifuge again at 200 xg for 5 minutes at room temperature, remove and discard the supernatant, add
pre-warmed (37 °C) chondrogenic differentiation medium, and resuspend the cells to achieve 5 x 103
cells/mL.

5. Dispense 0.5 mL of the resuspended cells in 15-mL conical tubes (2.5 x 10° cells/tube).

6. Centrifuge at 300 xg for 5 minutes at room temperature, leave the supernatant, loosen the lid of the 15-mL
conical tube slightly on a clean bench for gas exchange, and culture in a 37 °C incubator with 5% CO; (Note:

Do not resuspend the cells as they are cultured in pellet form.).

7. After 24 hours, replace the medium with pre-warmed (37 °C) chondrogenic differentiation medium (0.5
mL/well).

8. Thereafter, replace the medium every 2-3 days with pre-warmed (37 °C) chondrogenic differentiation
medium (0.5 mL/well). If the pellet adheres to the side of the 15-mL conical tube, gently tap the tube to
detach the pellet.

9. Chondrocyte aggregates will form in 3—4 weeks. The formed chondrocyte aggregates can be fixed with

formalin, embedded in paraffin, and then stained with Alcian Blue, etc (Fig. 5).
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X. Cell Morphology

7 N

Fig. 1 Cells on the 3™ day of culture Fig. 2 Adipogenically differentiated
(Culturing in growth medium) cells (Staining with Lipid Assay Kit)

LV Sl
Fig. 3 Osteogenically differentiated Fig. 4 Osteogenically differentiated
cells (Staining  with  Alkaline cells (Staining with Calcified
Phosphatase Staining Kit) Nodule Staining Kit)

Fig. 5 Chondrogenically differentiated
cells (Staining with Alcian Blue)



XI.

1)

2)

3)

4

5)

6)

7)

8)

F CosMo Blo Co., LTD.

Insgriration (or Life Science
References
Dominici M. et al. Minimal criteria for defining multipotent mesenchymal stromal cells. The International

Society for Cellular Therapy position statement. Cytotherapy. 8, 315-317 (2006).
Uccelli A. et al. Mesenchymal stem cells in health and disease. Nat. Rev. Immunol. 8, 726-736 (2008).

Le Blanc K. ef al. Immunobiology of human mesenchymal stem cells and future use in hematopoietic stem cell

transplantation. Biol. Blood. Marrow. Transplant. 11, 321-334 (2005).

Banas A. et al. IFATS collection: in vivo therapeutic potential of human adipose tissue mesenchymal stem cells

after transplantation into mice with liver injury. Stem. Cells. 26, 2705-2712 (2008).

Sato Y. ef al. Human mesenchymal stem cells xenografted directly to rat liver are differentiated into human

hepatocytes without fusion. Blood. 106, 756-763 (2005).
Alma J. N. et al. Immunomodulatory properties of mesenchymal stromal cells. Blood. 110, 3499-3506 (2007).

Wollert.K.C. et al. Intracoronary autologous bone-marrow cell transfer after myocardial infarction: the BOOST

randomised controlled clinical trial. Lancet. 364, 141-148 (2004).

Yoshimura H. et al. Comparison of rat mesenchymal stem cells derived from bone marrow, synovium,

periosteum, adipose tissue, and muscle. Cell Tissue Res. 327, 449-462 (2007).

-

~
CosmMo B10 CO, LTD. COSMO B10 USA
[JAPAN] [Outside Japan]
TOYO EKIMAE BLDG. 2-20, TOYO 2-CHOME, 2792 Loker Ave West, Suite 101
KOTO-KU. TOKYO 135-0016, JAPAN Carlsbad, CA 92010, USA
Phone: +81-3-5632-9610 email: info@cosmobiousa.com
FAX: 81-3-5632-9619 Phone/FAX: (+1) 760-431-4600
URL: https://www.cosmobio.co.jp/ URL: www.cosmobiousa.com

P




AAE-NAMRISH

Cosmo Bio Co, LTD.

SRR B R B

7 v MEBEHREEREME (BMMSCs)

[Z > FKRERE#EHE., A% : MSB01C]
AL SIS B O TR eV E T,

2024 41 H 11 BYERK
I S

RYEERAE D —FE T 5 IR ERAMAZ (MSCs : Mesenchymal Stem Cells) 1%, JENG#ERE. FH#f. M.
7 &5 BT E £97, 2006 4E1Z Dominici S 1%, B R MSCs ZIRD 3 DOKMTEFRLE LD,
DT FAF v VIERRWICHAE T HZ L, @CD105, CD73, CD90 %Wt~ —A—& L, CD45, CD34,
HLA-Class II (DR). CDI4, CDIllb, CD79a, CDI19 Z[&tt~—h—L35 2 L. @FMIE. IR,
WCE R~ MERER B D Z &

MSCs X, 7 B C#FENEICIN % . B, #KE. BB Tl e E~ b ZE 2RI b3 5 6
WY 2349 MHC Class-11 R T ), AUETEMEREA D O, S HITRBIMAICER L THx 2ot
A NI A MR A A3 LY, AR - B A RET 2N H D Z L SR B TTVET,

AEIX, SD T v MEERO B #) D BE L o MiaEE A | BEARE DEICK VAL, £ I
L7ziisy Ak (1ARY) L7zfifa <3, Bfiia, AElifiad L OMEMia~0abT 2 2 & 2 L
TRV ET REREPURA — I —OMERIZFERL TR £H A, ),

. EHREESE

A= a T VEFERNCLT TR EE 0,

AELITT_T [HEERIE] CEBELTIEIN, XM AEe—T7 T 4— LU [LXV 1] T,
ARG ORERIIIFFEOEAAT 4 VLA EZ THERALE SV,

. #EORFEZDOWT

MR ZREZERICTELIREL, BAAT A VARURELZANW T =27 VB ITEE SIS
BDH, FHERBEOHEERNRIZE L TRIEW 2 LET,

Wik, ®EYAR—F (X—/V : primarycell@cosmobio.co.jp) F TIEHEL 72XV,
PReE#ARRIE_[BRBZITHRY 225 6 » AUAN] TT,

AT 4 U LREAFEICEEZMZ DN HE0, HESSHAE L EOMIBCHHE LMz fER &
heGmaid, REOHRICRY FHEADTIEESZE,




AAE-NAMRISH

Cosmo Bio Co, LTD.
V. SR
i i & A G | AREIR
Z v ME BRI RER S A
(BMMSCs)
(REEIE, FIATA A THELTOET, TV %R, BEHICTERICR S 20WEEIE. )i
BETHRIELTLIEEN,)

MSBO01C 0.5x10°¢ cells/vial | 1A | iKIKZEHBRTE | 6 » A

V. fifo B3k
3-5ER SD 7 v b KEEE Bk

VI. ERAT s v A (ILEEH) (BI5E)

WA T 4 T A
ina i HERR RE | A% | _REHE HEhHRR
A LI ECE
-20 °C
PEFEAT 75 | 200mL | 1 A& ( frer)
iR %IL 3 » A
6 5k MSC -20 °CHRAF (4 °CIRAF)
SR A5 4 19 0 MSB-GM (o2 1
5| 7 N ZE0EY
=R 4 °CLEAF) A b EH
(-20 °CIR1F)
PFY A 250 ul | 2
- HL | 2K %1% 2 TR
(4 °C1R-AE)
(AF 4 U LADOERS : DMEM (K7L 2—R) | g, HiEH., Z Oh)
(&L E R ]
ReRES L A T 4 7 A
infa i rE | A% BRIFHE HhHARR
MSC g AL A T 4 7 A MSC-ADDM | 250 mL | 1 A& A R
=20 °CHRAF (-20 °CHE:TF)
B (R 1T 4 °CIRAT)| fiRB%1L 3 » A
MSC JERA#ERE A 5 ¢ ™7 I MSC-ADMM | 250mL | 1A (4 °CIRAE)




AAE-NAMRISH

Cosmo Bio Co, LTD.

R
%
#
=
5
a

% | REFE AR

N N TR 1%

gk (-20 °CIR1F)
. 50mL | 1A
AT 4T A 20 °Clits fifm%1% 3 » H
BB U B K MSC ] T oot

MSC-CHB (FRERZ 1T

Kb AT A R

WA T 47 4 oClRt) J #
(-20 °CIR1F)

fifmi%1% 1 » A
(4 °C1R-AE)

F7U A M| 125 | 1A

VII. BEE Y

as—ryrva— NHER
s i rE AE

=Tl = IR

D SCO 100 mL 1 A
(Tymkias—47)
R M AR DR AS PR TR
e e AE AE
COS banker COS-CFMO01 120 mL 1A
Bl v b
i ArEiid HERL RE A
ALy KO K 150 mL 2K ‘
Ve F7vEAF v b AKO09F — —3
b R 200 mL 2 A

VI  #{EHE

X OAKRIRE RTIATARPDOWMOHL, AT E TITREZRTHRE L TSEIY,

X AT [1 EOLH#MARTFE] THodZ L 2R L TNET, 2 BLLEORREERIZ, Mg BEFEH
B LRICEELY KT TRREMERD 5720, BERIBH CEMBAIERE ZHE < 2 &0,

¥ ag—Fra— NERORREREIHERICRA2ZE2BED LET, R, BHMR~DSLFE
E2ITOHEE. MRRIIEFICRBNOT R ET,




AAE-NAMRISH

CosmMo Bio Co, LTD.
IX. v ha—n
ag—bFra—bHE
(3 2 b D]
TEERIC /R DR (HIIaEE 21T 5 503 100 mm 7 ¢ v > = O AZHESE L E4, £72. fEl
HERE F 721X B IR~ DM EFEE 1T 2 BB 1T 24 well 7L — FOEHZHERE L £97,)
aZ—4ra— MHEKR (% : SCO)
PBS(-) % 721% HBSS(-)
WEEE Ny b, 3= F a—T 7 E Ok

O T EEESICaT =S a— MNHEKR CUT, iR NEDULEENZ (100mm 7 ¢ >
a2 TS5mLEE, 24 well 7L — K T03~05mL/well), T <ITRBERELET, B, HT A
JEDEEBRRIBROEAIE, W E AN RRECT—BERE Lok, WREREL TIEEN,

@ PBS(-)F 721X HBSS(-) T 2 [H¥E#4% . PBS(-)E 721X HBSS(-) & M2 T, 1 B LL EFE L T b 2l
FALTLEEW, 2EBICHEH LAWEESIE, PBS(-)E 7213 HBSS(-) &7~ LT, =ik T8 H %
fFARECTT,

WA T 4 7 LD

(3 2 b D]
HHf sk MSC 5 A 7 ¢ 7 & (§h3% : MSB-GM)
WEEE Ny b, 3= F a—T 7 Lok

O BEAT 47 LA 4°CTHEML, 100mL ZH LWAT 4 7 LR MUSBLET, EoiHAT
4 U AL, 4°CT3 4 ARG AHETT,

@ BTV AR 1IA (250uL) Z 4°CTHEML, HIEAT 4 7L 100 mL IZMZ T 7230, $7Y
AL NI OFREEE HHTEA T ¢ U LI, 4°CT 2 BHRAFFRE TS

MR DFRSR - ETE

¥ TRLE, 100mm 7 1 v ¥ 2 TREETLHHGDO e ha—L T,

("3 2 b D]
7 v MEBEHREER ML (BMMSCs) (47 : MSBO1C)
BRIk MSC 5 A 7 ¢ 7 & (50 : MSB-GM)  (FRH 7 7+)
a7 —4 v a— NELOMBEEEER 100 mm 7 ¢ v ¥ 2 34
WEEE Ny b, I F 2 —T 7 E Ok

O wFSMEEE Y 74 3T 2 — 7 ZRERERNOIV H L, 7<I237°COY 4 —HF — /N AT
EFT, 7 I9AFF 2—TRNITIZADD LOKPFEDE T, 37°COY 4 —F—NANTY T A F—
T2 — T EFNICHER S, MR E SIS L T (90~120 B[,

@ fRELI-MRRE G IAFF a—T %7 V=0 _UFRNICBB &S E4, BERNCy 744
F 2 —T DI % T0%T 5 J — /L THERLET,

@ O U7 fifai z . 37 CICPRIR L7298 A 7 4 7 5 10mL A A > TV D 15mL =BV F 2 —7
B LET, BEONITRE Lk, =i, 200 xg TS5 0L LT S0,

4



AAE-NAMRISH

CosmMo Bio Co, LTD.
FEEWGIBRE L, 37 °CICRIR L72HEA 7 ¢ U A 9mL 21z, MifaZ8E ST E a0,
AT = ra— EAO100mm 7 1 v = 3D, MIEEIK A2 3 mL 70, 37 °CIZIRIE L 721
JEAT 4 7 L% 7 mL$o%x, FRNIIRAG LTIl Z S —I2aBSEET, 0%, 5% COz
FAETD37°CA »F a_X—F —THHE LTI,
BRELTHDL 1A% GEE 1 BE) 2,37 CITRR LA T ¢ 7 A CTHEHIZZHR L T 72 &0,
DIBEIE, 1~2 HIBXIT 37 CICARIE L2 A 7 ¢ 7 A CTHREHIZZM L T 725w (K1),
70~80% = 7/ b (H5F& 2~4 A H) TR - /B EERS, £33 RTFE21To TS
7230,

AL DR
¥ O TFRCIE. 100mm 7T 4 v v a BT 2G50 e ha— LT,
[#Ef32 b D]
70~80% =1 o 7 )L IR =il
Bk MSC 5 A 7 ¢ 7 & (50 : MSB-GM)  (FR# 5 7+)
PBS(-) % 721% HBSS(-)
0.05% k U 7’ > -EDTA &%
a7 =g v a— MEHOMIaREE A4
WEEE Ny b, 3= WL F a—7 7 Lok

@

@

70~80% =2 > 7V b (H55& 2~4 HEH) 2o MO RRGENG, WA T 4 U L%
BrZs L. 37 °CITHRIE L7= PBS(-)F 721X HBSS(-) T 1~2 [RI¥iE L £,

0.05% kU 72 -EDTAR # 3 mL AV B L7235 37 °CTI~243fA > F2a_X—FLET,
BEBARA A AT To o nie g, BAMEE TR RIS e F 2R L E T, Mg H 23T
ROV, EHI237° CTI Ay FaX—FLET_CEMY 7T V-EDTA LEZ 10 2L E
72 &, HRAORRBICHEZ RIFTAEEERH Y 3, BN TORWMIRIZOWVWTIE, BEERR
FCHEICEE L CTRBY, #FPTZ LPRETT, MOMBADIA—VRBEROREALE RS
B, BHOA v FaX—va VidBEH LERAL).

37 °CIZARIBR LTZHEIEA 7 4 U A% 10mL Nz, MU 7T DL RS, ©XyT 7 LTHl
fz a=F2—7ICEIL L £,

2. 200 xg, 5 rfHiEO%, BIEZFRE L, 37 CICPRIR L72HIE A 7« 7 L& i &0 2 TR L |
Mz R LUET,

%A 71 7 > Mg, BB FBRIC LB 7 a2 B R L 7o MBI 2 R R L. bR
BREE 2T > TL T2 &0,




AAE-NAMRISH

CosmMo Bio Co, LTD.

AR D BRAE PR TF
(3 2 b D]

70~80% =1 o 7 )L IR =il

BRIk MSC A 7 ¢ 7 & (50 : MSB-GM)  (FRE 7 7+)

PBS(-) % 721% HBSS(-)

0.05% k U 7’ > -EDTA &%

COS banker (FEMILHGRERAFK) (47 : COS-CFMO1)

IIAFFa—7T

MR = o7 (544 © CoolCell FTS30 A — 77— : BM #%2% /3% : BCS-170 72 &)

WEEE Ny b, 3= F a—7 7 E ok

O  THEOMK ) OoO~B%{TWET,

@ TE. FiE, 200 xg, 5 pFEOET 7%, BEEXREL. 4 CITRME L 7R MR (71
Z 1% 10%cells'mL {2725 K DT THRB L £,

@ MBI A 7 T A A F 2 —7\Z5E L, MRS = > 7 % 2 VN C-80 °C TG L £7

@ FHLRE, MEEREHIIB L TRIFELTIEIN,

HERGRAR~ DS LB E
¥ TRiIE. 24 well 7L — FCHEEET D507 1 b2 —/LTT,
(32 b D]
a7 —r v a— MELOMIEEEN 24 well 7 L— |k
70~80%=2 > 7 )L NI 7o T- A
BRIk MSC 5 A 7 ¢ 7 & (50 : MSB-GM)  (FRE 5 7+)
MSC lEWiZrb A7« 7 4 (fnd : MSC-ADDM)
MSC ENiERs A 7 4 7 & (i : MSC-ADMM)
WEEE Ny b, 3= F a—7 7 Lok
VY R7vEAF> b (5% : AKO9F)

O Ao - ) & L < TR/ I, 27 =5 v a— MEARD 24 well 7 L— K
(M 25 FE U (FEREESRE © 1 x 10%cells/cm?) . H9JIEA T 4 7 LT 70~80% = > 7 /Lt b % Tk
FZLET (0.5mL/well),

37 °CCITARIR L2 NG b A 7 ¢ 0 DTEEHIAZHA L (0.5 mL/well) . 3 AfFIEER L TS 7230,

37 °CITPRIE L2 NRIGHERE A 7 ¢ » DTEEHIAZHA L (0.5 mL/well) . 2 AFREER LTS 230,

Z DEE T/ SRR ER DS BLIVIR O £,

LIREIE, 2~3 A Z &2 37 °CIZHRIR L7 IRNHERE A 7 ¢ 7 A THEHIZZHZ 1TV (0.5 mL/well) . fiE
WHERDO R 2 BE L £,

7 AR CERE LB S o b LET ERUENERIE, VY R7 vt A %y N THRET
TET (K2).),

© ® 0 e

S



AAE-NAMRISH

Cosmo Bio Co, LTD.

R AR~ DL FEE

(3 2 b D]
AT = a— bMESLOMIEEEM 100mm 7 1 v =2
70~80% =2 > 7 )L NI - T-HlfA
Bk MSC 5 A 7 ¢ 7 & (50 : MSB-GM)  (FRE 7 7+)
B BUEE Bk MSC B b A7« U & (563 : MSC-CHB)
WHEFEE Sy b, a= LT a—T7 7 EokEELE

@

THEHBTCHE b AT 0 75 (50mL) % 4°CTIEME L, WLV 7 U A b I AZFMLT
<TEEW,

DR Ofs - ) & L <X Dilofk] 1Zvw, a7 =7 a— MgEHO 100 mm 7 o1 >
VR ERERE L, HEA T 4 7 AT T70~80% 2 7Ly N ETHELET,

T O DO~ EITV, Mz 7 b LET,

B IR, 200 xg, 5 MmO, EEEZBREL, 37 CICBRIE LZRE/MEA T 4 7 2% 5% 10°
cellsmL |27 5 L H I TR L £ 97,

SRR Z 15 mL 2= H L F 2 —T 1 ARICHOE 05 mL TONELET, (Fa—T 1484720,
2.5 x 105 cells)

i, 300 xg, 5oL L%, BEERSIET, WARHBENBTEL L1, 7 ) —v_UTFH
T, 15mL a=AINFa—TD7ZE@FED, 5% COLFIETD 3T °CA »FaX—F—TZD
FEEBLTKESY (XL y hOFFERRTLIDT, BT 4 77 ETHilZ BRES
HERWVWTLEIVY,),

ALy ME 24 BFFHEE L, TO#% 37 CCITRIE LIZREMEA T 7 LA CTHMIAHR L9 (0.5
mL/well) .

Ptz1E.2~3 A Z & 12,37 °CITPRIR L 72 R E 0k A 7 ¢ & A CHREHIAR #4470y 97 (0.5 mL/well) .
Ny bRF 2a—T7OMEIAE L TOEEAIE, 15 mL 2= F 2—7 2L 20T
v NEIENLET,

3~4 R TEHCE RIS R S ET Bk S -iEaEEsiizrsr~ ) VEE, 3T 7 4
VEtk, TAVT T N—la b TR TEET,) (XS),




JARAE-NAARTREH

- Cosmo Bio Co, LTD.

X. BfriER
AR RE S

1) ¥4 3 0 H oM ) NEMGS3 e L7z
(HFEA T 4 7 L THERR) (VEy F7 vEAFy MTTYMA)

» _A‘ (i S %jk LY -2 < 3 o3 72
3) Bt Lz B 4) Bk Lol
(TN RAT 7 2 —BREF v CaRA ALY v MITTYA)
MZTYeta)

4 5) #iEofb L
(TS T T A—CTYth)



AAE-NAMRISH

Cosmo Bio Co, LTD.

XI. ZE3CHR
1) Dominici M. ef al. Minimal criteria for defining multipotent mesenchymal stromal cells. The International

2)

3)

4)

5)

6)

7)

8)

Society for Cellular Therapy position statement. Cytotherapy. 8, 315-317 (2006).

Uccelli A. et al. Mesenchymal stem cells in health and disease. Nat. Rev. Immunol. 8, 726-736 (2008).

Le Blanc K. et al. Immunobiology of human mesenchymal stem cells and future use in hematopoietic stem

cell transplantation. Biol. Blood. Marrow. Transplant. 11, 321-334 (2005).

Banas A. et al. IFATS collection: in vivo therapeutic potential of human adipose tissue mesenchymal stem

cells after transplantation into mice with liver injury. Stem. Cells. 26, 2705-2712 (2008).

Sato Y. et al. Human mesenchymal stem cells xenografted directly to rat liver are differentiated into human

hepatocytes without fusion. Blood. 106, 756-763 (2005).

Alma J. N. et al. Immunomodulatory properties of mesenchymal stromal cells. Blood. 110, 3499-3506
(2007).

Wollert.K.C. et al. Intracoronary autologous bone-marrow cell transfer after myocardial infarction: the

BOOST randomised controlled clinical trial. Lancet. 364, 141-148 (2004).

Yoshimura H. et al. Comparison of rat mesenchymal stem cells derived from bone marrow, synovium,

periosteum, adipose tissue, and muscle. Cell Tissue Res. 327, 449-462 (2007).

(AR 2 TR DTSR, FERT —F)

AEL A2 RN WTER SNTEGRm L, FRBERARNVR EZEMNTTEE E LIZBRER
ICHLZ R S QW E £d, TREVWEEEE LM SR, WEBS 2 a7 HiflF
EEZE L TEL OFEE DS ~OHEMERE L THHIETWEELGEN TS nET, &
FEERRDO T N BENWZLET,

B - T047-0261  AbifmE/METEE 3 T H 513 % 2
T RE - AN ARSI H THEx
F721%  primarycell@cosmobio.cojp & T PDF 7 7 A /LiE(F

AR AR

Cosmo Bio Co, LTD.

T135-0016 RREIREFREE 2-2-20 FREEIRFIEIL
URL : http://www.cosmobio.co.jp/
® ST (BfELEDE)
TEL: (03)5632-9610 FAX: (03)5632-9619
TEL : (03) 5632-9620

@ tLIREERE BEfRESHLEDE)
TEL: (0134)61-2301 FAX: (0134)61-2295
E-mail : primarycell@cosmobio.co.jp



