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Abstract

Osteoporosis is a serious problem of the postmenopausal women and the
aged population. Among the biomarkers of bone resorption, type |
collagen crossinked N-telopeptides (NTx) are termina metabolites
specifically derived from bone collagen degradation. Type | collagen is
the major collagen product synthesized by bone cells and represents more
than 90% by weight of the norn-mineral component of bone. Thus, the rate
of cross-linked N-telopeptides (NTX) excretion in urine is regarded as a
highly specific index of bone resorption, and it is senstively suppressed
IN response to anti resorptive therapies. In our previous studies, we found
that the epitopes for anti-NTx antibodies lie within linear peptide 2 F2)
by using commercia ELISA (Osteomark®) and surface plasma resonance
(SPR) technology. Therefore, we started the collaboration with Dr. John
Chen at BioCheck, Inc. (Foster City, California, U.S.A). By using the P2
peptide-conjugate as the antigen, rabbit polyclona anti-P2 antibodies
were prepared by BioCheck, Inc. In this study, the polyclona anti-P2
antibodies (Abs) were used to prepare the anti-P2 Abs-conjugated
immunoaffinity colunms. The immunoaffinity colunms were used to
isolated peptides in patients urine which were bound to the Abs. After
elution , The duents of bound peptides were de-sated by using SPE Cyg
colunm, the eluents were collected, lyophilized, and andyzed by
MALDI-TOF-MS. The most significant signal identified from the mass
spectra was used to explore the amino acid sequence of a peptide with the
same molecular weight (MW=650) by using the software, Bruker
Daltonics BioTools 3.1. The heptapeptide (PRGPPGA, P2-7mer) was
identified and synthesized as the standard peptide for establishing its
standard calibration curve in order to quantify the concentration of
P2-7mer in the patient’s urine that were purified and desalted. Results of
these studies provide useful information for the development of methods
for monitoring bone loss, which are important for the diagnoss,
prevention , and treatment of osteoporosis.
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