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=Abstract> Backgound and objective The present experimental data have showed that the function of
kinase suppressor of Ras (KSR) is mainly as a scaffold protein that coordinates the assembly of a multiprotein
complex containing MAPK and its upstream regulators. But whether KSR has kinase activity is still the point
of argument until now. The aim ofthis study is to construct eukaryotic expression vectors of carboxyl terminus
and amino terminus of KSR and to detect their expression in 293T cell line. Methods N2KSR and @KSR were
amplified by PCR. The eukaryotic expression vectors of pCMV2Tag2l2N2K SR and pCMW2Tag2l2 QKSR were
constructed by gene recombination technique and the recombinant plasmids were verified by restriction enzyme
analysis and sequencing. Then positive clones were transfected into 293T cell line. Expression of target pra2
teins was analyzed by Western blot. Results The sequences and open read frames of the two vectors were both
completely concordant with experiment design. The target proteins could be observed in transfected 293T cells
by Western blot. Conclusion Eukaryotic expression vectors of pCMV2Tag2l2N2KSR and pCMV2Tag222
KSR are successfully constructed, and they can be expressed in 293T cells. It provides an experimental base
for further research work.
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Fig1 Construction of eukaryotic expression vectors of pCMV2 Tag2i2
N2KSR and pCMV2Tag2®2 QKSR
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Fig2 PCR amplification of N2 KSR (left) and QKSR (right)
1: Marker; 2: PCR product
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Fig 3 Restriction enzyme digestion analysis of pCMV2T ag2t2N2 KSR
1, 2: Marker; 3: Recombinant plasmid digested with NotN and EcoR

N'; 4: Plasmid control
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Fig4 Restriction enzyme digestion analysis of pCMV2 Tag22 (2K SR
1: Marker; 2: Recombinant plasmid digested with BamH N and EcoR

N'; 3: Plasmid control
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Fig5 Analysis of Flag2N2 KSR and Flag2 C2KSR by Western blot
1: Marker; 2: pCMW2Tag2®2 N2KSR group; 3: pCMW2T ag2b2 QKSR
group; 4: pCMV2Tag2b group; 5: Untransfected group
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