Preparation of Adipocytes
(collagenase digestion)


Materials:
• autoclaved forcipes, scissors
• sterile syringes, needles, scalpels, pincets
• sterile-filters for syringes
• 100μm cell-strainer (SPL 93100)
• 40μm cell-strainer (SPL 93040)
• HBSS modified (Sigma H-2387) containing antibiotics and 0.01M Hepes
• DMEM/High Glucose (Thermo SH30243.01) containing antibiotics, 10% FBS 
• Collagenase solution (Collagenase Type IV (Sigma C-5138), 1mg/ml in HBSS modified), sterile
filtered
• Red cell lysis buffer containing 0.154M NH4Cl, 10mM KHCO3, 0.1mM EDTA (=RCLB), sterile
filtered
• all solutions prewarmed to 37°C
• tissue culture plastic (centrifuge tubes, dishes, flasks, cell-scrappers, …)


Procedure:
1. Cut fat into small pieces (approx. 3x3mm)

2. Place pieces into 50ml tube containing 10-25ml Collagenase solution

3. Incubate for 60 minutes at 37°C in a shaking incubator

4. Filter solution through a 100μm cell-strainer into a new centrifuge tube

5. Centrifuge for 10 minutes at 800rpm

6. Resuspend pellet in 20ml Medium

7. Filter solution through a 40μm cell-strainer into a new centrifuge tube

8. Centrifuge for 5 minutes at 1500 rpm

9. Resuspend pellet in 20ml RCLB

10. Incubate for 10 minutes at room temperature

11. Centrifuge for 5 minutes at 1500 rpm

12. Resuspend pellet in 1-2ml Medium

[bookmark: _GoBack]13. Cells are ready for culture (seeding of cells).
