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PBRM1 Deletion Inhibits CD8* T Cells Infiltration in Tumor

Microenvironment of Renal Cell Carcinoma
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GU Xiao-yun*, XU Shan'
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Genes Related to Diseases, Minisiry of Education, Key Laboratory for Tumor Precision Medicine
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Jformation Center, Health Commission of Shaanxi Province , Xi’an 710002, China)

Abstract: [ Objective ] To explore the molecular mechanism of PBRMI in regulating CD8*T cell
infiltration in clear cell renal cell carcinoma tissue. [ Methods ] The expression of PBRM1 in renal
clear cell carcinoma were detected by tissue microarray and its relation with CD8*T cell infiltra-
tion in tumor microenvironment was analyzed. Western blot was also applied to detect EZH2 ex-
pression after IFN-y, IL-6 and TNF-a treatment in renal cell carcinoma cells. Immunofluores-
cence was used to detect the distribution of CD63, EZH2 and PHK26 in cells. The effect of
EZH2 on CXCL9/10 secretion was detected by ELISA assay. The GraphPad Prism software was
used for statistical analysis. [ Results ] Tissue microarray results showed that the infiltration density
of CD8'T cells in tumor tissues was lower than that in adjacent tissues(P<0.001). High CD8*T cell
infiltration was positively correlated with the overall survival of patients(P<0.001), and low
PBRM1 protein expression was associated with decreased infiltration of CD8'T cells (P<0.001).
IFN-y, IL-6 and TNF-a promoted the expression of EZH2 protein, which was packaged in exo-
somes and entered into recipient cells to inhibit CXCL9 and CXCLIO secretion. [Conclusion ]
PBRM1 deletion activates the exo-EZH2/CXCLI(10) signal axis and inhibits CD8*T cell tumor tis-
sue infiltration in renal cell carcinoma.

Subject words: renal cell carcinoma; PBRMI1; exosome; CD8'T cell; EZH2
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Notes: A : Representative pictures of CD8'T cell infiltration in renal-cell carcinoma tissue and benign tissue; B:CD8'T cell density
in benign tissue(n=30) and tumor tissue(n=150); C:Low CD8'T cell density was related to poor overall survival
Figure 1 CDS8'T cell tumor tissue infiltration and its clinicopathological in renal-cell carcinoma
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o ———— . D & | -cin -
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c D Control TNF-a
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Notes: A :EZH2 expression in 786-0 and 769-P cell exosomes and total cell protein. The total protein was extracted from exosomes and
whole cell lysis. Western blot was applied to detect EZH2 protein in 786-0 and 769-P cells after IFN-y,IL-6 and TNF-a treatment; B:
The distribution of EZH2 in cell cytoplasm and nucleus was detected by Western blot in 786-0O cells. Cytoplasmic and nuclear proteins
were separated after 786-0 cells were treated with TNF-a for 48 h,then EZH2 content was detected; C:The distribution of EZH2 in 786-0
cells was detected using immunofluorescence assay. Cells treated with TNF-a for 48 h,DAPI (blue) was represented the nucleus, green was
represented EZH2; D:Co-localization of EZH2 and CD63 were detected by immunofluorescence assay. 786-0 cells were treated with TNF-
o for 48 h,green was represented CD63 and red was represented EZH2

Figure 2 TNF-a induced EZH?2 packed into exosomes of renal-cell carcinoma
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W . S| B-actin W | B-actin
769-pP 769-P
Merge

769-P

Notes: A : The fusion of exosomes in recipient cells. The exosomes were extracted ,labeled with membrane stain PHK26,and added to the re-
cipient cell 786-0O medium. The fusion of exosomes in 786-0 cells was observed using a microscope; B:Detection of EZH2 amount in 769-P
cells. 769-P cells were treated with exo-EZH2 and exo-Con,respectively,and then the amount of EZH2 in 769-P cells were detected

Figure 3 Validation of exo-EZH?2 content in recipient tumor cell
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Notes:A:EZH2 knocking down stable clone cell lines was constructed. The
knockdown efficiency of EZH2 in cells was detected by immune blotting,and
puromycin was maintained for selection; B:The effect of EZH2 on the expression of
CXCL9/CXCL10 mRNA in renal-cell carcinoma cells. RT-PCR was used to detect
CXCL9/CXCL10 mRNA expression in EZH2 knockdown stable clone 786-0 cells;
C,D:ex0-EZH2 inhibits the secretion of chemokines CXCL9/CXCL10. The cells
were treated with TNF-a for 48 h,exosomes were extracted and co-incubated with
recipient cells for 12 h. After that,the medium was replaced and cultured for 24 h
again ,then the chemokines CXCL9/CXCLI10 in the medium was detected by ELISA

Figure 4 exo-EZH2 inhibited the secretion of CXCL9/CXCL10
in renal-cell carcinoma
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