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FiRBEER > ¥/ a5 (Pilot study and preliminary report)
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1. Frzb/sFRP3 Expression is Downregulated in OS Cell Lines ( Frzb/sFRP3 7t A&
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Fig1. The mRNA levels of Frzb in normal and O cell lines were detected by real time PCR. The expression is down-regulated at 5 05
cell lines (05160, 143.98 2, 143B, Sa05-2 andLM7)

2. Transfected Frzb/sFRP3 Inhibits in vivo Lung Metastasis (F% P2 8L=" & ¥

Frzb/sFRP3 =5 = HLER' I ﬂ]ﬁjﬂ}ﬁ' A PE Y ES)
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Fig 5. Stable Frzb transfected OS cells LM7/Frzb and empty control
vector transfected OS cells LM7/PcDNA (1< 108 cells/mouse) were
injected into the tail vein of NCR nu-nu (nude) mice to establish lung
metastasis model. On day 60 after injection, Lung surface metastatic 11
nodules were counted after fixation in Bouin’s solution and the lung
nodules were biopsied with H&E staining.




3. Over expression of Frzb/sFRP3 downregulates the expression of S100A4 (A= pv

Frzb/sFRP3 2 RIZHHE (X S100A4 F $H EHTHI#02)
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Fig 6. S100A4 has been reported to be highly involved in the
formation of human caner metastasis. To elucidate the expression of
S100A4 in the progression of OS, the protein level and mRNA level
were determined by western blot and real time PCR. Compared with
Nhost, up-regulated S100A4 levels inwere found 5 out of 8 cell lines
(MG63, U2-0S, 143B, Sa0S-2 and LM7)
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Fig 7. Over expression of Frzb down-regulated the expression of
3100A4 in osteosarcoma cell line 143B and LM7. mRNA level of
S5100A4 (A) was determined by real time RT-PCR. S100A4 has
been shown to promote cancer metastasis.

4. Over expression of Frzb/SFRP3 downregulates the expression of S100A4 (A2 Y

Frzb/sFRP3 2 RIZHHE (X S100A4 F $H EHTHI#02)
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Fig. 9 To elucidate whether the anti-metastatic effect of Frzb on OS
is through its inhibition of $100A4 expression, knockdown assay of
S5100A4 was performed in a nude mice model. It has been shown
that silencing of S100A4 expression by Sh-S100A4 inhibited the lung
metastasis of osteosarcoma. Stable
cells/mouse) were injected into the tail vein of NCR nu-nu (nude)
mice to establish lung metastasis model. On day 62 after injection,
Lung surface metastatic foci were counted after fixation in Bouin's
solution and the lung nodules were biopsied with H&E staining. 12

transfectants (1< 108
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R R, 2V M AT ZH Przb/sFRP3  transfection decreases in  vitro
anchorage-independent growth of 143B Cells. The soft agar colony formation validated the
ability of Frzb to inhibit anchorage-independent OS cellular growth (Fig.3 ). [N ['F'EJ‘F‘[/J
U %~ W B Frzb/sFRP3 #5475 71119 OS cell lines riffl‘ﬁE‘H [if Nl Eﬁﬂ]ﬁ’ eV

{92 S TRIRY A Wt spiEg PR FL A PN EL 2] Frzb Elflﬁ?’ﬁ?zﬁ’.

143B/Frzb 143B/PcDNA

Fig 3. Anchorage-independent colony formation assay showed
decreased number of colonies formed by Frzb transfection
compared with vector control transfection of 143B cells.
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