1. Preparation of secretome

Sample type: Cell sample Method: lysis method
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1. Grow cells (in 150 mm x 5 plates) up to ~60-70% confluence in media containing supplements
at 37 °C (under humidified atmosphere of 95% air and 5% CO, v/v).
150mm plate: NUNC Cat #. 168381
2. Wash each plate with 5 ml of Serum Free Medium (SFM) at least 3 times. Carefully aspirate the
medium completely to minimize chances of passing on serum residues in conditioned media
(CM).
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3. Add fresh 10 ml of SFM and incubate for 12 hr.
4. Collect CM containing secreted proteins in a 50 ml FD tube.
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50 m¢ FD tube: FALCON Cat #. 352070
5. Add 2 mM PMSF and 1 mM EDTA as protease inhibitor in CM.
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- PMSF from 0.1 M stock in methanol to final concentration 2 mM: 1 ml 0.1 M PMSF/ 50
ml CM (PMSF stock)2 7hs¢ot ALEX 0| ZFS0{ECt
- EDTA from 0.5 M stock in DW (pH 8.0) to 1 mM: 0.1 ml 0.5 M EDTA/ 50 ml CM
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Protease inhibitor cocktail (tablet) Al A|, S=IFHOAM EX7F MZ = QoL FolsliC}.
PMSF: SIGMA Cat #. P7626, EDTA: Usb Cat #. 15701

6. Centrifuge CM to remove floating cells and cellular debris. Collect supernatant carefully.
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7. Filter CM using sterile filter (pore size: 0.22 um) with the help of a syringe.
e Sterile filter : ADVENTEC Cat #. 13CP020AS

8. Concentrate CM down to 250 pl using Amicon Ultra-15 centrifugal filter device (cutoff: 10K) as

per manufacturer's instructions. (at 4000 x g, 4 °C)
e Amicon Ultra: Millipore Cat#.UFC901024

9. Add 2 ml solution containing 75 mM NaCl and 50 mM Tris (pH 8.2) and concentrate to 250 pl.
(repeat 3 times)

10.Add 2 ml solution containing 8 M urea, 75 mM NaCl and 50 mM Tris (pH 8.2) and concentrate
to 250 pl. (repeat 3 times)
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