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ABSTRACT Objective: To clone and express the full-length of human FHL1C and construct the FHL1C eukaryotic expression vec-
tor and a lentiviral expression vector. Methods: Total RNA was isolated from skeletal muscles, and the full-length FHL1C was amplified
by RT-PCR wihch was ligated with pMDI18T vector. After retrieve and purification, FHL1C were subcloned to pPCMV-Myc by using the
restricted endonuclease digestion and solution] DNA ligase connection, the reconstructed plasmid pCMV-Myc-FHL1C was transfected
into Hela and Cos7 cells, respectively. The expression was identifed by Western blot. The effect of FHLIC on Notch pathways was
detected by the Dual Luciferase assay system. FHL1C was inserted into pMX-IRES-GFP to construct FHL1C-IRES-GFP, the recombi-
nant plasmid pLenti6/V5-FHL1C-IRES-GFP was identified by restriction endonuclease analysis and DNA sequencing. The plasmid was
packagined into 293FT Cell Line to produce lentivirus and Virus titer was measured according to the expression level of GFP. Results:
The enzyme and PCR analyses revealed that the correct FHL1C was cloned. The sequence of cloned cDNA was identical to the sequence
deposited in GenBank. The current expression in transfected cell was identifed by Western Blot. The FHL1C gene could downregulate
the Notch signaling. The reconstructed plasmid was identified correctly by colony PCR and enzyme digestion .The production of infec-
tious lenti-virus with appropriate tilters using 293FT is suitable and feasible by detect the expression of GFP. Conclusion: The eukaryotic
expression vector and the recombinant lentiviral vector was constructed successfully, which will be beneficial to guiding further study on
relationship between T-ALL and Notch.
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Fig. 1 Homo sapiens FHL1C gene amplified by PCR.(A) PCR product
(black arrow) (B)Identification of pMD18T-FHL1C with EcoRI and Sall,
M:Marker DL2000
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Fig. 2 Construction an identification of eukaryotic vector
pCMV-Myc-FHLIC.A Identification of pPCMV-Myc-FHLIC digestion
with Pstl.B Identificaiton of the expression of Myc-FHL1C in transfected

cells with western-blot
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Fig 3 Reporter assay analysis of the inhibition of Notch signal by FHL1C

in dose-dependent detected
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Fig 4 Construction an identification of vector
pLenti-pLenti6/V5-FHL1C-IRES-GFP. Identification of
pCMV-Myc-FHLIC digestion with EcoRI + Ncoll(A)and EcoRI+NotI(B)
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Fig 5 Jurkat cells were transfected with lentivirus, and were examined under ?uorescencemicroscope and FACS 48h after the transfection
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