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Resumo

SIRPalfa (Signal Regulatory Protein alfa) ¢ um receptor que
medeia fungdes inibidoras em fagocitos. Sua ativagao e conseqiiente
fosforilagdo dos ITIMs ocorre pela ligacdo ao CD47 presente na
membrana dos eritrdcitos, e permite o recrutamento e a ativagio de
SHP-1, que desfosforila substratos especificos envolvidos na me-
diacdo de diversos efeitos fisioldgicos. Objetivamos avaliar o papel
da dexametasona e de IFNgama/TNFalfa sobre a expressdo de
SIRPalfa e SHP-1 e sobre a eritrofagocitose; ¢ a expressao desses
genes em mondcitos de pacientes com anemia hemolitica autoimune
(AHAI) pré e pos-corticoterapia. Mondcitos de doadores sadios
foram cultivados com dexametasona, [IFNgama ¢ TNFalfa, ou
Hemina®. A expressao génica de SIRPalfa e SHP-1 foi determinada
por Real Time-PCR, a expresséo proteica de SIRPalfa e SHP-1 foi
determinada por Western Blotting, e a eritrofagocitose foi deter-
minada por microscopia. [IFNgama/TNFalfa promoveram o aumento
da expressdo génica e protéica de SIRPalfa e a expressdo génica de
SHP-1, em paralelo com a redug@o da capacidade de eritrofagocitose
por mondcitos normais in vitro. Embora também tenha aumentado
a expressao génica de SIRPalfa e SHP-1, dexametasona in vitro ndo
alterou a expressdo destas proteinas ou a capacidade de eritrofago-
citose de mondcitos normais. A expressdo génica de SIRPalfa e
SHP-1 foi maior em mondcitos de pacientes com AHAI comparado
adoadores sadios ¢ a pacientes pos-corticoterapia. Somente a expres-
sdo génica de SIRPalfa em mondcitos aumentou apos cultura com
hemina. Nossos resultados confirmam o papel fundamental da
SIRPalfa na regulagdo da eritrofagocitose e sugerem que a expressiao
génica de SIRPalfa em mondcitos de pacientes com AHAI pré-
corticoterapia ¢ aumentada pela liberagao de heme, e que a redugio
da expressdo génica de SIRPalfa pds-corticoterapia se deve a um
efeito indireto desta droga pela redugdo da eritrofagocitose e
diminui¢do da disponibilidade de heme.
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Abstract

SIRP-alpha (Signal Regulatory Protein alpha) is an inhibitory
receptor on phagocytes. Its activation and consequent ITIM
phosphorylation occur by binding to CD47 present in the
erythrocyte membrane, thus allowing SHP-1 recruitment which
dephosphorylates specific substrates involved in the mediation of
varying physiologic effects. The aim of this work was to determine
the role of dexamethasone and IFN-gamma/TNF-alpha on the
expressions of SIRP-alpha and SHP-1 and erythrophagocytosis, as
well as to evaluate the regulation of SIRP-alpha and SHP-1 in
peripheral blood monocytes (PBM) of patients presenting with
autoimmune hemolytic anemia (AIHA) before and after
glucocorticoid therapy. PBM cells from healthy donors were
cultured in dexamethasone, IFN-gamma/TNF-alpha, or Hemin. The
SIRP-alpha/SHP-1 gene expressions were determined by real-time
PCR, SIRP-alpha/SHP-1 protein levels were determined by western
blotting, and erythrophagocytosis was determined by microscopy.
In vitro, IFN-gamma/TNF-alpha increased SIRP-alpha gene and
protein expressions, as well as the SHP-1 gene expression, in parallel
to a decrease in erythrophagocytosis in PBM. Conversely, although
the SIRP-alpha/SHP-1 gene expressions were significantly increased,
dexamethasone did not alter the SIRP-alpha/SHP-1 protein
expressions or erythrophagocytosis by monocytes. The SIRP-alpha/
SHP-1 expressions were significantly higher in the PBM of ATHA
patients compared with normal or AIHA patients after glucocorticoid
therapy. Only the SIRP-alpha gene expression was increased using
the hemin culture. Our results confirm the key role of SIRP-alpha in
the regulation of erythrophagocytosis and suggest that the SIRP-
alpha gene expression in AIHA patients before glucocorticoid therapy
is increased due to heme release, and the decrease in the SIRP-alpha
gene expression after glucocorticoid therapy is due to the indirect
effect of this drug in reducing erythrophagocytosis and heme
availability.
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