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Fig. 1 Western blot analysis of MFH 1 protein in C2C12 cells and HTB9 cells transfecting CX- MFH- 1 plasmid by
anti mouse MFH-1 monoclonal antibody

A band with 62 ku was detected in HT B9 cells transfecting CX-M FH-1. MFH-1 protein was constitutively expressed in C2C12 cells
(a). L cells transfected with CX-N2 (b)), CX-MFH-1 {¢) and C2C12 cells ( d) were immunestained with antr mouse M FH-1

monoclonal antibody followed by FITC-conjugated antrrat 1gG. Overexpressed MFH-1 protein ( ¢) and endogenous MFH-1 protein

(d) were present in the nucleus of the cells. The magnification is 490.
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Table 1 Antisense MFH 1 inhibited BMP-2- induced ALP activity and osteocalcin production in myoblasts C2C12

1 -1

ALP activity/ nmol* min~ "*mg P ostencalein { Hg* L™ l
n 1d 3d 6d 1d 3d 6d
Cl 12 33112 109.5+18. 7" 499 1+87.6"- 7 10.3£2.4  240.5+39.6" 7  456.7+98.3"- 2
c2 12 45.8%+14.4  100.1£20.2" % 511.6+62.9" 7 15.445.9 181.2+£48.9" ¥ 425.8+100.9"- 2
AS T 12 23.4%13.7 28.7%13.6 110.9%21. 3 8.9+2.7 12.4+3.8 20.2+44.6
AS2 12 22.1%12.2 25.5+15.2 76.6%13.5 9.1+3.9 12,14, 1 19.8+5.9

n P< 0.01, vs aroup AS 1. 2'P< 0.01, vs group AS 2.
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The Effects of MFH-1 on BMP-2-induced
Osteoblastic Differentiation of C2C12 Myoblasts
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Abstract In order to investigate the possible role of mesenchyme forkhead-1 (MFH-1) in osteogenesis and
osteoblast differentiation, the gene recombination and hybridization methods are used to produce antr mouse
M FH-1 monoclonal antibody. The expression of MFH-1 induced by bone morphogenetic protein-2 ( BM P-2) in
myoblasts C2C12 was examined by Western blot and Northern blot analysis. The alkaline phosphatase ( ALP)
activity and osteocalcin were used as the markers of the osteoblasts lineage, and also were measured. The results
showed that the antr mouse MFH-1 monoclonal antibody was able to identify specifically the mouse MFH- 1
protein w hich was expressed in human bladder carcinoma HTB 9 cell transfected with CX-MFH-1 plasmid by
Western blot analysis. The myoblasts C2C12 could express the endogenous MFH-1 protein in its nucleus.
MFH-1 protein and MFH-1 mRNA both increased markedly in C2C12 cells after treatment with BM P-2; after
lowering the endogenous MFH-1 level by stably transfecting C2C12 cells with antisense M FH-1 sequence, the
alkaline phosphatase (ALP) activity and production of osteocalcin induced by BM P-2 were significantly lowered
in antisense MFH-1 cell lines than in control cell lines. It can be concluded that the results suggest that the
BMP-2-induced MFH-1 protein may play an essential role in regulating the osteoblastic differentiation of
myoblasts C2C12.

Key words mesebchyme forkhead- 1, bone morphogenetic protein-2, osteoblast, myoblasts C2C12
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