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Interaction between IFN — AR1 and TRAF6 Down - regulates the NF — kB and ISRE Signal Pathway. Yang Xia, Zhang Junwen, Huang
Bingren, Chen Hong. National Laboratory of Medical Molecular Biology, Institute of Basic Medical Sciences, CAMS and PUMC, Beijing
100005 , China

Abstract Objective To construct an expression vector for the full length IFN — AR1 containing a signal peptide in order to investi-
gate the interaction between IFN — AR1 and TRAF6 under the stimulation of IFN - A1, and to observe how the interaction between IFN —
AR1 and TRAF6 influence the activities of NF — kB and ISRE. Methods DNA cloning technique was employed to construct expression
vector for the full length IFN — AR1 containing a signal peptide. Immunofluorescence assay and membrane protein separation were used to
confirm the expression of IFN — AR1. Co — transfection and immunoprecipitation were used to study the interaction between IFN - \R1 and
TRAF6 spurred by IFN — \1. Dual Luciferase Reporter Gene Assay was also used to research the NF — kB and ISRE activities. OASI and
Mx1l mRNA levels were detected by quantitative real time PCR. Results The full — length expression vector of IFN — AR1 with signal
peptide was successfully constructed which can be expressed on the cell membrane correctly. The interaction between IFN — AR1 and
TRAF6 at presence of IFN — N1 was confirmed by co — transfection and immunoprecipitation. IFN — AR1 can repress the activity of NF —
kB induced by TRAF6 overexpression in HEK293T and Hela cells. Whereas, TRAF6 can inhibite IFN — AR1 downstream signal activity
of IFN — \1 stimulation and down — regulate the expression of OAS1 and Mxl. Conclusion These results provide the further evidences
for the IFN — AR1 interacting with TRAF6, and how this interaction effects on these two signal transduction pathways. They also provide a
new experimental proof of TRAF6 as a binding protein in the signal pathway of IFN — AR1.
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