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Fig1. Opg gene targeting strategy. (a)Schematic representation of gene targeting at the Opg
locus. (b)Southern blot analysis by using ES cell genomic DNA digested with EcoRV. +/+:wildtype
ES clone; +/-:Positive targeted clone. (c) Genotyping of Opg knockout mice by PCR. (d) RT-PCR
and (e) Western blot analysis of RNA and protein from liver of wildtype(+/+),heterozygous(+/-)
and homozygous (-/-) Opg knockout mice. The absence of Opg expression in Opg-/- mice was

confirmed at both mRNA and protein levels.
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Fig2. Opg-/- mice exhibit osteoporosis and aortic calcification. (a,b) Radiographs of 2-month-
old mice show decreased bone mineral density of leg, pelvis and vertebrae in Opg-/- mice
compared with wildtype. (c,d)Opg-/- mice exhibit medial calcification (arrow) aortic calcification
(H&E stained, 40x)
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Fig3. High bone turnover in Opg-/- mice. (a,b)TRAP staining of femoral cortical shaft of wt and
Opg-/- mice. Yellow arrowheads indicate TRAP positive osteoblasts. (c,d) Arrows indicate
osteoblasts along the bone surface (H&E stained, 40x). Osteoblasts of Opg-/- mice appear more
cuboidal in shape than those of wt mice.
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