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P U R P O S E. To determine the expression of fibulin-3 gene by human osteoarthritic (OA) subchondral osteoblasts
and the concentration of three fibulin-3 epitopes (Fib3-1, Fib3-2 and Fib3-3) in OA osteoblasts culture supernatants. The fibulin-
3 neo-epitopes, originally discovered by proteomics studies, are recently shown to be diagnostic and prognostic biomarkers
of OA.

M E T H O D S.OA osteoblasts were isolated from sclerotic (SC) or non-sclerotic (NSC) zones of OA subchondral bone

of nine men undergoing total knee replacement.

OA osteoblasts cultures were stopped at two different maturation ) Pre'OStGOb's:’:’OZSS e OSteOE'j::
stages, either pre-osteoblasts (after 3 days in 10% FBS) or mature E ____________ | E B
osteoblasts (after further 14 days of culture in 2% ultroser G, proline % ?E —
20 ug/mi, ascorbic acid 50 pg/ml and 1.25 dinydroxycholecalciierl 2 [ || 3
10-8 M). Maturation level was assessed by alkaline phosphatase E - SC o e SC
acftivity and mineralization capacity. We evaluated the expression o0 tenh lase M attre Ostenh las s
of fibulin-3 gene by RT-PCR in SC and NSC osfteoblasts, and the z * p=0.13 z 1-0.0068
concenfrafion of three neo-epitopes, Fib3-1, Fib3-2 and Fib3-3 by % 1 - L § i S
specific competitive ELISAS = b
CE s U L T s Fbuing aene wos 23100 RN - oL L o
overexpressed In SC compared to NSC pre- D re-Osteohlas s M ati e Ostenh las e
osteoblasts (p=0.0255 n=5) and 1.3-fold in mature z =021 z + 60364
SC osteoblasts compared to NSC osteoblasts. The S LD T
concentration of the three neo-epitopes were increased in SC s T s -
pre-osteoblasts supernatants compared to NSC, but the difference N e o =
was only significant for Fib3-3 [Fib3-1 (1.44-fold p=0.13, n=4) Fib3-2 L Dol e
(1.32-fold p=0.21, n=7/) Fib3-3 (1.45-fold p=0.01, n=9)]. In contrast,
the three fibulin-3 neo-epitopes levels were significantly higher in . Pre_OStEOME:S 1 L osteobiasts
mature SC osteoblasts than in mature NSC osteoblasts culture < 1 2 p=0.0105
supernatants [2.53- fold for Fib3-1 (p=0.0069, n=7), 2.41-fold for Fib3- I — ;1” - f
2 (0=0.03¢4, n=7)
Fig. 1 : Fibulin-3 expression and secretion Zool — A —
Filbulin-3 fragments found In osteoblasts culture supernatant or expression
HPRT normalized. Paired T-fest.
Cc ONCL U S I O N g
Floulin-3 fragments, further to be associated iImmunohistochemically with E
cartilage superficial layer degradation/fibrillation, could be a marker of B
the osteochondral plate remodeling In osteoarthritic joints. These findings ;
contribute o explain the Increased concentration of fibulin-3 neo- g

epitopes in sera and urines of OA patients.




