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. Product Overview
With the aging of society in Japan, the number of individuals experiencing difficulties in daily life
due to joint disorders continues to increase, now accounting for approximately 1% of the population.
Most of these joint diseases, such as osteoarthritis or chronic rheumatoid arthritis, are caused by
damage or necrosis of cartilage tissue.

This product consists of primary cultured rabbit chondrocytes (frozen cells) derived from joint
cartilage tissue without loss of function. It is suitable for studies on chondrocyte function, development
of therapeutic drugs for joint diseases, and cartilage regeneration experiments.

Il. Precautions Before Use
Please read this manual carefully before use.
All procedures must be performed under aseptic conditions.
The biosafety level for this product is Level 1.
Use only the designated medium (sold separately) for culturing this product.

lll. Product Warranty
Cell growth is guaranteed only when the cells are properly stored in liquid nitrogen and
cultured strictly according to this manual using the designated medium and reagents. The
warranty is valid for six months from the date of receipt.
Note: Any modification of the medium or procedure, or reuse of refrozen cells, will void the
warranty.

IV. Product Components

Component Size Quantity Storage EXF:.’I;étlélon
Rabbit Chondrocyte 2.0 x 10° cells/vial 1 vial Store in liquid 6 months
nitrogen vapor

If not used immediately upon receipt, store the frozen cells in liquid nitrogen.

V. Cell Origin
Derived from rabbit articular cartilage tissue (Japanese white rabbit, female).
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VI. Designated Media (Sold Separately)
Product Name Ca:;)IOQ Size Storage
. Store at —20°C
Chondrocyte Growth Medium CHCG 500 mL (4°C after thawing)
. . . Store at —20°C
Chondrocyte Differentiation Medium CHCM 500 mL (4°C after thawing)

Main Components: RPMI1640, serum, antibiotics, others.
VIl. Handling Procedures
Note: This product can be subcultured only once.

Cell Thawing and Seeding
The following protocol assumes use of a 24-well collagen I-coated plate.

Required Materials:

- Chondrocyte Growth Medium (CHCG)

- Chondrocyte Differentiation Medium (CHCM)

- 24-well collagen |-coated plate

- Sterile pipettes, centrifuge tubes, and other culture equipment

1. Thaw the growth medium at 4°C, then warm the required amount to 37°C.
2. Dispense 9 mL of prewarmed growth medium into a 15 mL centrifuge tube.
3. Quickly thaw one vial of frozen cells in a 37°C water bath.

4. Transfer the thawed cell suspension into the prepared centrifuge tube, and centrifuge at 600 x g
for 5 minutes at room temperature.

5. Remove the supernatant, add 12.5 mL of prewarmed growth medium, and resuspend the cells to
a final concentration of 1.6 x10° cells/mL.

6. Seed 0.5 mL of the suspension per well in a 24-well plate and incubate at 37°C with 5% CO,.

7. Change the culture medium two days after seeding, and subsequently replace the medium every
1-2 days until the cells reach confluence.

8. After confluence, switch to differentiation medium and replace it every 2-4 days.

Caution: Failure to prewarm the medium to 37°C may significantly reduce cell viability.
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Cell Subculture

Chondrocytes should be subcultured only once to avoid dedifferentiation.

Required Materials:

- Sterile balanced salt solution (HBSS(-) or PBS(-))

- Trypsin—EDTA solution (0.05% trypsin, 0.53 mM EDTA)
- Collagen |—coated culture vessels

- Sterile pipettes and centrifuge tubes

- Chondrocyte Growth Medium (CHCG)

- Chondrocyte Differentiation Medium (CHCM)

Procedure:

1. Prepare chondrocytes cultured to approximately 70% confluence in growth medium.
2. Remove the culture medium and wash twice with sterile balanced salt solution.

3. Add trypsin—EDTA solution to cover the surface, then immediately aspirate it.

4. Incubate at 37°C to allow enzymatic detachment.

5. Add growth medium to stop enzymatic activity, collect cells, and centrifuge at 600xg for 10
minutes at 4°C.

6. Remove the supernatant, resuspend the cells in growth medium, and count using a
hemocytometer.

7. Adjust the cell density as needed and reseed for experimental use.

VIII. Technical Information

Figure 1. Cell Morphology
A: Day 2 of culture in differentiation medium
B: Day 20 of culture in differentiation medium
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