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Supplemental figure 1. Co-treatment of mouse bone marrow cells (BMC)
with 1,25(OH),-vitamin D3 (D3; 10*M) and dexamethasone (DEX; 10"M)
for eight days results in formation of huge, oversized osteoclasts compared
to treatment with D3 alone. In the D3 treated BMC several large apoptotic
osteoclasts were seen.
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Supplemental figure 2. Hydrocortisone potentiates osteoclast formation
induced by 1,25(OH),-vitamin D3 in mouse bone marrow cell (BMC) cultures.
BMCs were incubated in control medium without or with hydrocortisone
(HYDROC; 10°M) or with 1,25(OH),-vitamin D3 (D3; 10-*M) without or
with HYDROC. for seven days. ~4) Number of TRAP™ multinucleated cells
(TRAP*MuOCL) per well. B) Representative images of TRAP-stained cells
demonstrating the huge, oversized osteoclasts observed in hydrocortisone
treated cells. *) P<0.05
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Supplemental figure 3. mRNA expression of osteoclastic and osteoclastogenic genes
induced by dexamethasone plus 1,25(OH),-vitamin D3 in mouse bone marrow cell (BMC)
cultures after six days of culture on plastic dishes. The mRNA expression of Calkr (A),
Aep5 (B), Ctsk (C), Nfatel (D) and ¢-Fos (E) in BMC incubated in control medium with or
without dexamethasone (DEX, 10"M; CTRL) or in medium with 1,25(OH),-vitamin D3
(108M) with or without DEX (D3). Original qPCR data are the same as in main figure 2
but here expressed as mRNA /B-actin expression. Values are means of 4 observations and
vertical bars represent SE. *P<0.05, **P<0.01, ***P<0.001.
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Supplemental figure 4. The effect by dexamethasone on the mRNA expression

of RANKL, OPG and CSF1/M-CSF in mouse bone marrow cell (BMC) cultures
stimulated by 1,25(OH),-vitamin D3. BMC were incubated in presence of dexamethasone
(DEX; 10"M), 1,25(OH),-vitamin D3 (D3; 10M) or in their combination. A) The
mRNA expression of Tufsf11 at different time points. B) The mRINA expression of
Tnfrsf11b at different time points. C) The mRNA expression of Cif7 after three and

six days in culture. ***) P<0.001.



=-DEX [=+DEX

A B
150 140
= S 120
3 § 100
$ = 100 L ™
e -0 80
% 3%
L
S8 o > 60
== g5 o
°E‘ € 20
0
CTRL D3 CTRL D3
C D
140 2000
£ <
5 120 =
Q O *
S
X = 100 i __ 1500
> F ~ |:'—:
95 80 =B
P 1000
25 60 £%
= &
Z 40 < = s00
T 20 «
0 € 0 = I
CTRL PTH CTRL PTH

Supplemental figure 5. Lack of effect by dexamethasone on the mRNA

expression of the receptors for glucocorticoids, vitamin D3 and parathyroid

hormone in mouse bone marrow cell (BMC) cultures. A-D) BMCs were incubated

in control medium without or with dexamethasone (DEX; 10"M) or in medium with
either 1,25(OH),-vitamin D3 (D3; 10¥M) or parathyroid hormone (PTH; 10*M) for

six days. A4) The mRNA expression of Nr3¢7 in D3 stimulated BMCs. B) The mRNA
expression N73¢7 in D3 stimulated BMCs. C) The mRNA expression of Vdrin D3
stimulated BMCs. D) The mRNA expression of P#irT in PTH stimulated BMCs. *) P<0.05
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Supplemental figure 6. Lack of synergistic interaction between dexamethasone and
vitamin D3 in mouse bone marrow cell (BMC) cultures from wild type mice on the mRNA
expression of Gi/z (glucocorticoid-induced leucine zipper). BMCs were incubated in
control medium with or without dexamethasone (DEX; 10"M) or in medium with

1,25(OH),-vitamin D3 (D3; 10-*M) with or without dexamethasone (DEX; 10"M) for
six days. ***) P<0.001
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