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Fig. 1. MIP-1a induces RANKL mRNA expression of bone marrow stromal cells or osteoblast
in a concentration- and time-dependent manner. Equal amounts of RNA were reverse transcribed
to generate cDNA that was used for PCR analysis of RANKL mRNA expression in bone marrow
stromal cells (A, ST2 cells) or osteoblast (B, MC3T3-E1 cells). MIP-1o. markedly increased
RANKL mRNA expression in concentration- and time-dependent.
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Fig. 2. Confirmation of RANKL

expression from ST2 cells or MC3T3-
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stimulation. Photograph revealed the
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Fig. 3. MIP-1a induced activation of ERK1/2 and Akt in ST2 cells or MC3T3-E1.
(A) ST2 cells or (B) MC3T3-El cells were cultured in the presence of 10 ng/ml
MIP-1a for 5, 15, 30, 60, 120, and 240 min. Whole cell lysates were generated and
immunoblotted with an antibody against phosphorylated ERK1/2 (p-ERK1/2),
phosphorylated Akt (p-Akt), ERK1/2, and Akt. In the MIP-la treatment, the
expression of p-ERK1/2 and p-Akt was higher than that of controls.
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Fig. 4. Effect of MIP-lo. and multiple myeloma

(A) (B) cell culture supernatant on the number of TRAP-
positive cells with and without the co-culture of

- 5 ST2 or MC3T3-El cells and C7 cells. (A) After
E % culturing ST2 cells or MC3T3-E1 cells, the cells
o] £ were co-culture with C7 cells, having the potential
§ E g to differentiate into osteoclast, and TRAP-positive
o g multinucleated cells (3 or more nuclei) were
5 ,5 counted under a microscope after 12 days. When
= E ST2 cells or MC3T3-El cells were treated with
MIP-1a, the number of TRAP-positive cells

—_ et significantly increased in a concentration-
ogmy 0O 110000 0110000 0100 Culture dependent manner. Furthermore, IM-9 cell culture
VDADEX — — — — = = +=-=---- +--=-- supernatant supernatant induces of TRAP-positive
meoen oo - - P + multinucleated cells. These results are
supernatant representative of five independent experiments. (B)

IM-9 cells were incubated for 48 h. Supernatant
were collected in culture and analyzed for MIP-1a
by ELISA. Data represent means = SDs for at
least quintuple samples.
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Fig. 6. Inhibitory effect of YM529/0ONO-5920 on macrophage inflammatory protein 1oe (MIP-1a)) mRNA expression and MIP-1a
secretion in MOPC-31C mouse myeloma cells. (a) MOPC-31C cells were treated with 2, 5, and 10 uM YM529/0ONO-5920. After
incubation for 72 h, lipopolysaccharide (LPS) was added to give the final concentration of 10 pg/mL. After incubation for 1 h,
RNA was extracted, and MIP-1ao mRNA expression was examined by reverse transcription—polymerase chain reaction (RT-PCR).
Photograph revealed the RT-PCR analysis for MIP-loo. mRNA. (b) MOPC-31C cells were treated with 2, 5, and 10 uM
YMS529/0ONO-5920 for 72 h. These cells receiving YM529/ONO-5920 were cultured in the presence of LPS for 24 h. Culture
supernatant was collected in culture and analyzed by enzyme-linked immunosorbent assay. These results are representative of
five independent experiments. *P < 0.01, compared to control.
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Fig. 7. Time-course changes in phosphorylated extracellular-regulated kinase (ERK) and Akt observed in MOPC-31C mouse
myeloma cells at the time of lipopolysaccharide (LPS) stimulation with or without YM529/ON0O-5920 pretreatment. (a) MOPC-
31C cells were cultured in the presence of 10 pg/mL LPS for 5, 15, 30, 60, 120, and 240 min. Whole cell lysates were generated
and immunoblotted with an antibody against phosphorylated ERK1/2 (p-ERK1/2), phosphorylated Akt (p-Akt), ERK1/2 and Akt.
(b) MOPC-31C cells were treated with 10 pM YM529/0ONO-5920 for 72 h. These cells receiving YM529/0ONO-5920 were
cultured in the presence of 10 ¢ g/mL LPS.
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Fig. 8. The effect of mangiferin on

the viability of HL60 cells, which

was measured by trypan blue dye
120 assay. The cells were treated with
w00 b —L 10 pg/ml, 25 pg/ml, 50 pg/ml, 100
pg/ml, and 200 pg/ml mangiferin
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60 | * time-dependent inhibition of cell
viability. The results are expressed
as a percentage of control. The
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Fig. 9. Mangiferin specifically

NF-«B p65 nuclear ~ =e= == - - suppresses the nuclear entry of
» e ! NF-kB p65 in HL60 cells. The
NF-xB p65 cytoplasm [ S (9 & HL60 cells were treated with 100

3 pg/ml mangiferin for 1, 2, or 3
(day) days. Whole-cell lysates were
::l’:n‘g;e":; generated and immunoblotted with
antibodies against NF-kB p65.
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