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Supplementary Figure Legends

Supplementary Figure 1. Structure of the Sost-Green reporter gene

(A) Genomic structure at the Sost gene. (B) Southern blot analysis of wild-type (WT; +/+) and
Sost-Green knock-in genotypes. The oligo probe for Xbal digests located downstream of the
Sost locus detected a 6.1-kb fragment alone in wild-type and an additional 3.8 kb fragment for

the Sost-Green knock-in locus in heterozygous mice.

Supplementary Figure 2. Embryonic expression of Sost-Green

Cryosections (t = 10 um) were observed under a fluorescence microscope. Fluorescence (A, B,
C, E, F, G) and bright field (A’, B’, C’, D, E’, F’, G”) images. During embryonic development,
green-positive cells were hardly detected even in bony areas where calcified materials were
observed (C; von Kossa staining). (A) E15.5, (B) E16.5, (C) E18.5. At three days after birth,
strong green signals were observed in the bone cells of calvaria (E), limbs (F), and humerus

midshaft cortical (G). Scale bars: 1 mm in (A)-(D), 0.5 mm in (E)-(G).

Supplementary Figure 3. Expression of sclerostin in the anti-RANKL antibody-treated
C57BL/6 mice

Immunohistochemical analysis of sclerostin in the primary trabecular bone area of the femur
from 12-week-old C57BL/6 male mice treated with vehicle (left panels) or the anti-RANKL

antibody (right panels).

Supplementary Figure 4. Expression of DMP-1 and FGF-23 in Rankl”~ mice

(A) Histological analysis of alcian blue in the trabecular area of the femur from 12-week-old
WT male mice (left panel) and Rankl”~ male mice (right panel). Cartilage matrix (blue). (B)
Histological analysis of toluidine blue in the trabecular area of the femur from WT mice (left

panel) and Rankl”~ mice (right panel). Cartilage matrix (purple). (C) Immunohistochemical



analysis of DMP-1 in the trabecular area of the femur from WT mice (left panel) and Rankl”
mice (right panel). (D) Immunohistochemical analysis of FGF-23 in the trabecular area of the

femur from WT mice (left panels) and Rankl”~ mice (right panels). Scale bar, 50 um.

Supplementary Figure 5.

The higher magnifications image of nuclear staining. Scale bar, 50 pm.

Supplementary Figure 6. Negative controls in immunohistochemical analysis

(A) Immunohistochemical analysis of LIF in the trabecular area of the femur from WT mice. 1%
antibody (left panels) and control goat IgG (right panels). (B) Immunohistochemical analysis of
sclerostin in the trabecular area of the femur from WT mice. 1% antibody (left panels) and
control goat IgG (right panels). (C) Immunohistochemical analysis of B-catenin in the trabecular
area of the femur from WT mice. 1* antibody (left panels) and control rabbit IgG (right panels).
(D) Immunohistochemical analysis of ALP in the trabecular area of the femur from WT mice. 1%

antibody (left panels) and control rabbit IgG (right panels). Scale bar, 50 pm.

Supplementary Figure 7.

The full image of the Southern blot in Supplementary Figure 1B.
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Supplementary Fig. S5. Koide et al.
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Supplementary Table S1.

Primers for real-time PCR

Ctsk

Mmp9

CAGCAGAACGGAGGCATTGA
GCCCTGGAACTCACACGACA

Forward Reverse
Gapdh | TGTGTCCGTCGTGGATCTGA TTGCTGTTGAAGTCGCAGGAG
Axin2 ATGTCCTGTCTGCCAGCGTTC CAAGCACTAGCCAGTGGGTCAA
Lif TTGCATGGTAGCGGCTTCAG ATTTGTCACCCAAGGCCAAGTC
Acp5 TTGCGACCATTGTTAGCCACATA TCAGATCCATAGTGAAACCGCAAG

CTTTGCCGTGGCGTTATACATACA
TTGGAAACTCACACGCCAGAAG




