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Abstract: Interleukin—10 (IL-10), an immunosuppressive cytokine which plays a key
regulatory role in immune responses, modulates inflammation, wound healing, and
tumor growth. We have recently shown that thrombospondin—-1 (TSP-1), a multi-
functional extracellular matrix protein, inhibits the release of IL-10 from human
monocytic cells by activating transforming growth factor-51 (TGF-81). We herein
demonstrate an additional, novel inhibitory mechanism of IL-10 release by TSP-1.
Human monocytic U937 cells were stimulated in vitro with phorbol myristate acetate
and LPS in the presence of immobilized TSP-1 or proteolytic 70-kD fragments of TSP
—1. The concentration of IL-10 in culture supernatants was determined by an enzyme
—linked immunosorbent assay. Both TSP-1 and the 70-kD fragment inhibited the re-
lease of IL-10 from the U937 cells. Although the specific sequence to activate TGF-
B 1 exists in both molecules, intact TSP-1 revealed a stronger inhibitory effect than
the 70-kD fragment at the same molar concentration. CD47 engagement by anti—
CDA4T antibody or the 4N1K peptide, which corresponds to the CD47-binding site pre-
sent on TSP-1 but not on the 70-kD fragment, also attenuated the release of IL-10.
However, the CD47 engagement with anti-CD47 did not induce any TGF-/51 release
and the RGDS peptide did not affect the IL-10 release, thus suggesting that the inhi-
bition of IL-10 release via CD47 is neither associated with TGF-£1 nor dependent on
av B3 integrin. CD47 engagement by TSP-1 i1s therefore considered to be a novel
pathway to downregulate IL-10 release from monocytic cells.
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