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I. Product Overview

There are hematopoietic stem cells and bone marrow stromal cells in bone marrow. Bone marrow stromal
cells contain undifferentiated mesenchymal stem cells that can differentiate into a variety of cell types such as
osteoblasts chondrocytes adipocytes and so on.

This product contains cryopreserved cells isolated from mouse bone marrow and two types of culture
medium. The cells in this product can be grown using Growth Medium, and then can be differentiated into
mature osteoblasts, which form calcified nodules, using Osteogenesis Medium.

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 supplied or sold separately for culturing this product.

lll. 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.

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 re-frozen cells have been used.

IV. Product Components

Product Name . . o
(Components) Size Quantity Storage Expiration
Mouse Bone Marrow 6 , Lo
Stromal Cells 1x10%cells/vial 1 Liquid nitrogen vapor storage 6 months
; Labeled on the bottle
Growth Med 125 mL 1
row edium m -20°C (Frozen) (when stored at -20°C)
; ; 4°C (after thawing) 3 months after thawing
Osteogenesis Medium 250 mL 1 (when stored at 4°C)

(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
Cells are derived from the bone marrow of ICR mice.

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

Product Name Catalog No. Size Quantity Storage Expiration

1 Labeled on the bottle

Growth Medium OGCMG | 250 mL -20°C (Frozen) | (when stored at -20°C)

Osteogenesis Medium |  OGCMO | 250 mL 1| e ang) | e anod of 4G

(Medium main ingredients: a-MEM, serum, antibiotics, others.)



VIl. Related Products

Collagen Coating Solution

Product Name Catalog No. Size Quantity
Collagen Coating Solution SCO 100 mL 1
Osteocytes Staining Kit
Product Name Catalog No. Components Size Quantity
; Substrate-containing Buffer 50 mL x 1
é![kgllnne I:’(rlosphatase AK20 . . 1 Set
aining K Chromogenic Substrate 10 vials (For 5 mL)
i Buffer (100 x) 60 mL x 1
galcified Nodule AK21 — _ 1 Set
aining K Staining Substrate 10 vials (For 10 mL)

Vlll.Instructions For Use
#  This product [is not capable of being subcultured].

IX. Protocol
Collagen Coating
[Requirements]

Collagen coating solution (Cat No.: SCO)
Sterile pipettes, conical tubes, and other culture equipment
Add enough collagen coating solution to cover the surface of the culture vessel (approximately 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.

® Culture vessels
)

® PBS(-) or HBSS(-)
)

1.

2.

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.

Cell Thawing and Seeding

For culturing in 24-well plates.

[Requirements]

Sterile pipettes, conical tubes, and other culture equipment

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.

Transfer the vial to a clean bench. Before opening, wipe the outside of the vial with 70% ethanol.
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 600 xg for 5 minutes at 4 °C.

Remove and discard the supernatant, then add 5 mL of pre-warmed (37 °C) growth medium and

® Mouse Bone Marrow Stromal Cells
® Growth Medium
® Osteogenesis Medium
® Collagen-coated 24-well plate
°
1.
2.
3.
4,
resuspend the cells.
5.

Dispense 0.5 mL of cell suspension to each well of 24-well plate, and culture the cells in a 37 °C
incubator with 5% CO..



* In the case of using other types of culture plate, adjust cell density to 2.5%x10* cells/ cm?. Seeding at
a lower cell density than specified will adversely affect cell proliferation.

6. Change the medium in the following day, and every other day thereafter until the cells become confluent.
2¢  Cells become confluent within 3-4 days.

7. Once cells become confluent, replace the medium with pre-warmed (37 °C) Osteogenesis Medium to
promote the formation of calcified nodules. Replace the medium every 2 or 3 days.
% Approximately 4-7 days after medium is changed into Osteogenesis Medium, cells whiten.
2 Adipocytes appear from a part of cells.

Cell Subculturing
#¢  This product is not recommended for subculturing as the seeded cells are difficult to detach.

X. Technical Information

~

Figure 1: Cell Morphology
A. Cells on the 15t day of culture / B. Confluent / C. Cells on the 3 weeks of culture in osteogenesis medium
(cultured in a 35 mm dish)

<~ Application example

Cells are cultured according to protocol and subjected to activity staining of alkaline phosphatase or
calcified nodules.

The activity of alkaline phosphatase is detected by Alkaline Phosphatase Staining kit (Cat No.: AK20) and
the calcium deposit is detected by Calcified nodule Staining kit (Cat No.: AK21).

Alkaline Phosphatase Staining kit
(Cat No.: AK20)

Calcified nodule Staining kit
| (Cat No.: AK21)

Day 1
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