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Research on inducement and recruitment of Treg mediated by IL4I1 derived from renal cell carcinoma

LAI Jia-dan, WEI Shi—yao, LI Chang-ying

(Department of Urology, Tianjin Institute of Urology, The Second Hospital, Tianjin Medical University , Tianjin 300211, China )
Abstract Objective: To explore the role of interleukin—4-induced-1 (IL411) in inducement and recruitment of regulatory T cells(Treg )
in renal cell carcinoma. Methods:The relationship between ILAI1 expression and Tregs infiltration in clear cell renal cell carcinoma
(ecRCC) tissues were analyzed by public database. Immunohistochemistry(THC ) was used to verify. A stable IL4I1 knockdown 786-0 cell
line was established,and RNA-Sequencing(RNA-Seq) and gene set enrichment analysis(GSEA ) was performed. Quantitative real—time
polymerase chain reaction (qPCR) and enzyme —linked immunosorbent assay (ELISA )were used to observe the expression changes
of chemokines in renal cancer cells after knockdown of IL4I1 expression. Flow cytometry (FCM) was used to analyze the influence of 11411
on Treg inducement in vitro. Results: 1411 was over—expressed in ccRCC tissues (1=6.029,P<0.05). The number of regulatory T cells in
tumor tissues increased with the increase of 11411 expression(F=13.69,P<0.05). Gene set enrichment analysis( GESA ) revealed that
transcript differential expression of IL411-silenced 786-0 cells and control cells were enriched in biological process (BP) of cytokine and
chemokine production and negative regulation of their production (P. adjust =9.2x10+,7.5x10%,7.7x10%,2.67x102). After IL4I1 was
knocked down, the expression of CCL3,CCI4,CCL5,CCL8,CCL17 and CCL19 in 786-0 cells were significantly down-regulated at
mRNA level (¢ =6.250,7.716,20.640,5.324,6.360,3.484,all P <0.05),and the concentration of CCL4 and CCL5 in the
supernatant decreased (1=6.773,13.64,both P<0.05). The proportion of Tregs in peripheral blood mononuclear cells co—cultured with
ILAI1 knockdown tumor cells was less than that in control group(#=3.843,P<0.05). Conclusion:In renal cancer tissue,1L411 expression
is closely related to Treg infiltration. It may possibly play a role in the recruitment of Tregs at tumor area by regulating chemokine
expression. IL411 derived from renal cancer cells can promote the differentiation of Treg.
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Fig1 The expression of IL4I1 in paracancerous tissue and clear cell renal cell carcinoma tissue
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Tab 2 Comparison of IL4I1 expression in renal carcinoma and

paracancer tissue[r( % )]
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BG4 2(n=40) 4(10.00)13(32.50)11(27.50) 12(30.00) 44.56 <0.001
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Fig 2 Relationship between IL411 expression and Treg infiltration in renal carcinoma
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Fig3 Verification of a stable IL411 knockdown cell line model and enrichment analysis of transcript differential expression
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Fig 4 Relationship between IL4I1 expression and Treg recruitment
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Fig 5 Invitro experiment of Treg differentiation induced by IL4I1 derived from renal cancer
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