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Construction of SIGIRR stable knockdown human renal tubular

epithelial cells and exploration of its function
Jiang Keguo' Wang Deguang' Zhou Haisheng” et al
(' Dept of Nephrology The Second Affiliated Hospital of Anhui Medical University Hefei 230601; *Dept of
Biochemistry and Molecular Biology School of Basic Medicine Basical Anhui Medical University Hefer 230032)

Abstract Objective To establish single immunoglobin 1.4 —related receptor ( SIGIRR) stable knockdown human
renal tubular epithelial cells ( HKC) and explore its function. Methods Designed the effective targeted shRNA se—
quences for the SIGIRR gene and then connected with the GV248-GFP—-Puro to produce recombinant lentiviral vec—
tor ( GV248-GFP-PuroshSIGIRR) . The corrected recombinants identified by sequenced were transfected into
293T cells with packaging plasmids ( pMDL pRev pVSVG) for virus packaging. HKC cells were then infected by
packaged viruses. Quantitative real-time PCR( qRT-PCR) and Western blot were used to detect the interference effi—
ciency of SIGIRR in HKC cells. SIGIRR stable knockdown HKC cells ( HKC/shSIGIRR) and the control cells
were induced by IL4B then the downstream nuclear transcription factor the phosphorylated NF+«B ( p65) were
detected by Western blot. The mRNA expression levels of chemokine monocyte chemotactic protein 1 ( MCP-) and
regulated upon activation normal T cell expressed and secreted factor ( RANTES) were analyzed by qRT-PCR.
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Results

The results showed that the recombinant lentiviral vector GV248-GFP-PuroshSIGIRR was successfully

constructed. gRT-PCR and Western blot confirmed that SIGIRR was knockdown in HKC cells. Moreover the re—

sults also showed that compared with the control cells the phosphorylated NF+«B ( p65) and the mRNA levels of
MCP- and RANTES were significantly increased in HKC/shSIGIRR cells by being stimulated with IL4B. Conclu—

sion The results suggest that SIGIRR acts as a “brake” of inflammatory reaction in Tolldike receptor/IL- recep—

tor (TLR/ILAR) pathway in HKC cells. The study may provide a potential new target for the treatment of Lupus

nephritis.
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