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Abstract: Sef (similar expression to fgf genes) was identified as a feedback antagonist of FGF signaling in zerbrafish, mouse and
human. To construct recombinant adenoviral vectors expressing hSef-L and hSef-S, the coding sequences of the two isoforms were
amplified and ligated into pAdTrack-CMV, forming shuttle vectors pAdTrack-CMV/hSef-L-Myc and pAdTrack-CMV/hSef-S-Myc.
After sequence confirmation, these two shuttle vector plasmids were linearized by Pme | and then co-transformed respectively with
the adenoviral genome vector pAdEasy-1 into E. coli BJ5183. The successful recombinants were selected by Kanamycin and
confirmed by Pac | digestion. The recombinant vectors Ad-hSef-L-Myc and Ad-hSef-S-Myc were finally digested with Pac | and
transfected into HEK293 cells to pack into viral particles. The virus were amplified in 293 cells and used to infect MEF cells.
Western blotting analysis was used to demonstrate the expression of hSef-L-Myc and hSef-S-Myc proteins. The inhibitory effects of
the adenovirus mediated Sef expression on FGF signaling was further evaluated by Elk luciferase reporter assay. Our results
indicated the constructed virus could produce effectively the proteins and then inhibit FGF signaling in MEF cells.
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Fig. 1 Construction of Ad-hSef-L-Myc and Ad-hSef-S-Myc
Panel A: EcoR V and Kpn | digestion of the shuttle plasmids pAdTrack-CMV/hSef-L-Myc (hSef-L) and pAdTrack-CMV/hSef-S-Myc (hSef-S)
as indicated; Panel B: Pac | digestion of Ad-hSef-L-Myc and Ad-hSef-S-Myc plasmids as indicated, 1 pAdTrack-CMV, 2 Ad-hSef-L-Myc-1,
3 Ad-hSef-L-Myc-2, 4 Ad-hSef-S-Myc-1, 5 Ad-hSef-S-Myc-2
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( 2 Ad-hSef-L-Myc

Ad-hSef-S-Myc
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Fig. 2 Photograph of Ad-hSef-L-Myc infected MEF cells
Color picture was converted to white-black style. White area stands
for the expression of GFP, and its brightness stands for the expres-
sion level of this protein
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3 GIZENTELIIIE Ad-hSef By FRix
Fig. 3 Expression of hSef-L-Myc and hSef-S-Myc demon-
strated by western-blotting assay
Upper panel: Expression of hSef-L-Myc and hSef-S-Myc, detected
by mono-clone antibody against Myc epitope
Lower panel: Expression of the GFP, detected by poly-clone anti-
body against full length GFP protein
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Fig. 4 Adenoviral vector mediated overexpression of hSef
inhibits bFGF induced Elk1 dependent transcription
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