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ELISA 6 2.4 OoPG
oPG 8
OPG TRAP
14d TRAP
TRAP
P <0.01
P <0.01 OPG
4 Adeno-OPG  C2C12 Western blot
! . . . 56 1
Fig.4  Western blot analysis of C2CI2 cells infected with
recombinant Adeno-OPG
1 OPG

1. Cell lysis of C2C12 cells analyzed by Western blot

2. Cell lysis of C2C12 cells infected with Adeno-OPG analyzed by West-
ern blot

3. Cell lysis of C2CI2 cells analyzed by SDS-PAGE

4. Cell lysis of C2C12 cells infected with Adeno-OPG analyzed by SDS-
PAGE

5. Low molecular protein markers

Table 1 Effects of recombinatant Adeno-OPG on osteoclast

formation and bone resorptive function

No. of osteoclasts/coverslip  No. of pits /dentine slice

Adeno-OPG - 292+£9.147 334+13.79"
Adeno-OPG  + 77+2.35 86+7.13
* P<0.01

5
Fig.5 Morphogenesis of multinucleated cells in vitro
A. TRAP-positive multinucleated cells TRAP stain x 400
B. Multinucleated cells with the presence Adeno-OPG HE stain show the nuclei x 200

Bone morphogenetic pro-

tein BMP OoPG OPGL
B Transform growth factor 3 TGF-{3
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Fig.6  Resorption pits formtion assay
x 400

A Resorption pits were stained with toluidine blue

B C. The outlook of dentine slices toluidine blue stain x 20 without or with Adeno-OPG
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Construction and Biological Activity Study of Human Osteoprotegerin
Expressing Adenoviral System

LIU Ji-Zhong'  JI Zong-Ling®*  HU Yun-Yu' CHEN Su-Min*> ZHU Bang-Fui>  YANG Tong-Tao’
The Fourth Military Medical University ' Department of Orthopedics  Xijing Hospital
2 Department of Biochemistry and Molecular Biology * Department of Orthopedics Tangdu Hospital ~Xi' an 710032 China
Abstract  Using the isolated total RNA from osteosacoma cell line MG63 the ¢cDNA encoding human OPG was amplified by RT-
PCR. A recombinant adenoviral vector carrying ¢cDNA of OPG was constructed and OPG expression in mouse myoblast C2C12
cells was confirmed by Western blot and ELISA. The secreted expression of OPG protein persisted more than 6 weeks in vitro
and the growth of C2C12 cells infected by recombinant adenoviral were in good state. Osteoclasts derived from mouse bone mar-
row cells infected with recombinant adenoviral made less number of TRAP positive cells and resorption pits formed on dentine

slices.
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