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II. BRROBE

FIEEH /78 MEPE B3k Y U {b_T7F K77 7 A2 b ASARM (Acidic Serine Aspartate-
Rich Motif) (pASARM) 1ZER#EMUNRELC M S, BOAKILEMIET 2L EX LMD,
AKHZETIL pASARM & 5\ MEZE D PEG ALFHEARD BFHEA RALIGA & U TorfaetE 4 LU T 0@
v L7,

FEE 95%LL L THR L, AWE « ZEMA in vitro AJKALE T /L THgad L 72,
RBERTEZFHL, 7 A %WW%M&@ L7z & 2 A, BHNO BMP2 #5884 A K
bzl L7z,

EFLETZEWT, pASARM @ PEG LIz L S EAHEITBIZE S e o T,

FHEO pASARM % E#~ 7 ACKARNE S Lz a, s ) BRI, ALy o AREE, B,
R~ — V- 52T B, FEBSOMEIT LICRE T XS TR b Rh o7,
LC-MS/MS % v, #lkRNI G- Lz~ U 2D MH pASARM A3 5 2 L3 TE N, RprEa
JRAC DA i BE A I E 3 DI EE 13T B LR dr o T,

In vitro L& AKALET V& N, pASARM IZ LV E#hd 586 2T L2 2 A,
NS EE NS DY 7 FNVREGT 586 AN ELZ T 2 L HEH Sz,

Phosphorylated ASARM (Acidic Serine Aspartate-Rich Motif) (p)ASARM), a peptide fragment of
the bone matrix protein MEPE, is thought to be released into the skeletal microenvironment and
acts as an anti-mineralization factor.

In this project, we evaluated pASARM and/or its derivatives as an anti-ectopic mineralization
agent as follows.

We synthesized pASARM and PEG-conjugated pASARM (PEG-pASARM) with greater than 95%
purity and confirmed their effects on matrix mineralization in vitro.

When injected intravenously from s.c. implanted osmotic pump, pASARM and PEG-pASARM
inhibited BMP2-induced ectopic mineralization in a mouse muscle pouch model.

PEGylation was not valuable to enhance the effect of pASARM in this model.

Mice received i.v. pASARM at a high concentration did not show significant changes not only in
serum calcium and phosphate and bone markers, but also in histology of major organs including
bone.

LC-MS-MS could detect pASARM in sera from mice given an intravenous injection of pASARM.
However, the improvement of LC-MS-MS was still needed to detect serum pASARM levels at
pharmacological doses.

Finally, comprehensive analysis of mRNA expression in mouse vascular mineralization in vitro

suggests that pASARM may have a significant effect on extracellular matrix signals.
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