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    Abstract

        Mutations in the bone morphogenetic protein (BMP) type II receptor (BMPR2) gene cause familial pulmonary arterial hypertension (FPAH), a disease characterized by excessive smooth muscle and endothelial cell proliferation. However, the specific receptors mediating responses to BMPs in human vascular cells are not known. We show that human pulmonary artery smooth muscle cells (HPASMCs) express high specific 125I-BMP4 binding, whereas human microvascular endothelial cells (HMEC-1) and human pulmonary artery endothelial cells (HPAECs) exhibit low binding. BMP4 competes for both high- and low-affinity 125I-BMP4 binding sites on HPASMCs, yet BMP2 competes only at the low-affinity binding sites. In addition, BMP4, but not BMP2, induced Smad1/5 phosphorylation at low concentrations in HPASMCs. Conversely, HMEC-1 cells exhibited a single binding site population with equal affinity for BMP2 and BMP4. In both cell types, growth differentiation factor-5 (GDF5), BMP6, and BMP7 stimulated Smad1/5 phosphorylation and competed for 125I-BMP4 less efficiently than BMP2 or BMP4. HPAECs exhibited weak Smad responses to BMPs. Expression analysis suggested the low binding in endothelial cells corresponded to lower ALK3 and ALK6 expression. Although transfection of small interfering RNAs (siRNAs) for ALK3 and BMPR-II abrogated Smad1/5 phosphorylation to BMP4, BMP2, and GDF5 in HMEC-1 and HPASMCs, they had little effect on 125I-BMP4 binding. ALK6 siRNA did not alter binding or Smad1/5 responses, even to GDF5, a reported ALK6 selective ligand. Therefore, ALK3/BMPR-II is the BMP4/BMP2/GDF5-responsive receptor in human vascular cells, but these studies suggest that a BMP4/GDF5 selective binding protein exists in HPASMCs. These cell-specific differences in BMP responses are important for understanding the pathogenesis of FPAH.

      
Footnotes
	
        This work was supported by a British Heart Foundation Programme grant RG/03/005 (to N.W.M. and R.C.T.).

      
	
        ABBREVIATIONS: TGF, transforming growth factor; BMP, bone morphogenetic protein; GDF, growth differentiation factor; HMEC-1, human microvascular endothelial cell; HPAEC, human pulmonary artery endothelial cell; HPASMC, human pulmonary artery smooth muscle cells; BAMBI, BMP and activin membrane-bound inhibitor; RGM, repulsive guidance molecule; MAP, mitogen-activated protein; PAH, pulmonary arterial hypertension; FPAH, familial pulmonary arterial hypertension; BMPR2, bone morphogenetic protein type 2 receptor gene; BMPR-II, bone morphogenetic protein type II receptor; ActR-II, activin receptor type II; ActR-IIB, activin receptor type IIB; ALK, activin-like kinase; DMEM, Dulbecco's modified Eagle's medium; FBS, fetal bovine serum; BSA, bovine serum albumin; TBS-T, Tris-buffered saline/Tween 20; 5% B, 5% (w/v) BSA; 5% M, 5% (w/v) nonfat milk; HRP, horseradish peroxidase; PCR, polymerase chain reaction; RT, reverse transcriptase; QPCR, quantitative polymerase chain reaction; CT, threshold cycle; RISC, RNA-inducing silencing complex.
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