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Construction of signal peptide-FRET fusion expression vectors and their expressions in NIH3T3
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Abstract: Objective Toconstructthefluorescenceproteinvectorpairswithtoll-likereceptor4(TLR4)signal peptide,namely
pECFP-C1-SPandpEY FP-C1-SP,thereforetomaketheapplicati onoffluorescenceresonanceenergytransfer(FRET)possible
inthestudyofthemembraneprotei ninteractionduringlipopolysaccharide (LPS) recognition. Methods pECFP-C1-SPand
PEY FP-C1-SP were constructed by means of site-directed mutagenesis, and the constructed plasmids were transiently
transfected into NIH3T3cells via lipofectamin to observe their intracellular expressions under a fluorescence microscope.

Results DNAsequenceanal ysi sattestedthevalidityoftheconstructedfl uorescencevectorswithsignal peptideforFRET ,and
the expression ofthe vectors waslocated principaly on the cell membrane as observed under fluorescence microscope.

Conclusion TheconstructedvectorsTL R4signal peptidearevalidandcapabl eof expressingonthecel Imembrane,therefore
theycanbeeffectivel yusedinthestudyoftheinteracti onbetweenthemembraneproteins.
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