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O Figure legends[
Fig. 1. Dose- and time-dependent effect of VEGF on

bone resorption by mature osteoclasts. Isolated
mature osteoclast8] 200 cellsOwere incubated with
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various concentrations of VEGF for 24 i1 A or
incubated withouf open circleCbr with VEGHE 100
ng/ml, closed circle(¥or the indicated time§ BO
Then, the area of pits excavated by the isolated
osteoclasts were measured. The number of TRAP-
positive osteoclasts on the dentine slices were
counted, and the percentage to the number of
initially-seeded osteoclasts was indicated as survival
rate. The experiments were performed four times,
and the values are means + SD for 5 cultures in a
representative experiment. *P <0.01 vs. untreated
cells.

Fig. 2. RT-PCR analysis for the expression of VEGF
receptors in mature osteoclasts.0 A(J Equal amounts
of total RNA from endothelial HUVEC cells, rabbit
0 Rab.Caorta, and isolated rabbit osteoclastsl Rab. OCO
were reverse-transcribed RT , +0 or nol RT, OO
and then the samples were amplified with Flt-1 or

Fig.1
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KDR/flk-1 primers. The PCR products for FIt-1 and
KDR/flk-1 were 971 bp and 398 bp, respectively.

Fig. 3. Expression of VEGF receptor proteins in
mature osteoclasts. Rabbit unfractionated bone cells
were immunostained with polyclonal rabbit anti-FIt-
1 1gG@ A0 monoclonal mouse anti-KDR/flk-1 1gG CO
antibody, non-immune rabbit IgG@ B or non-
immune mouse IgG DO Note that multinucleate
osteoclast8l arrowsOwvere positively immunoreactive
for two distinct receptors of VEGF. Bar in each
photograph indicates 100 y m.0 E Western
blotting analysis for VEGF receptors expressed on
mature osteoclasts. Membrane proteins were
extracted from HUVEC cell§l lanes 1, 3Cand isolated
mature osteoclasts! lanes 2, 4[] and used for Western
blotting analysis of KDR/flk-D lanes 1, 2[and FlIt-1
O lanes 3, 40 Arrows indicates immunoreactive
bands for KDR/flk-1 and FIt-1, respectively.
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