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Technology ; B-actin N
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2%
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d o 7d
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1.3 CCK-8
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24 h PCI32765
BMMs 45 min 24 h,
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: =( oD - 0oD) /(
oD - OD) x 100%
100% o
1.4 20 ~ 35
mmol /L, BMMs
Btk BMMs
o 1077 ~ 10" mmol/L
PCI-32765 BMMs Btk
BMMs
(LG) ( LG + PCI32765)
( HG) ( HG + PCI-32765) LG
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1.5 RNA gqRTPCR RNA qRT-
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: GAPDH : F: 5"-ACCCCAGCAAG

GAGACACTGAGCAAG3” R: 5-GGCCCCTCCTGTTA
TTATGGGGGT3"; TNF-a: F: 5-CCCTCCTGGCCAA
CGGCATG3” R: 5" TCGGGGCAGCCTTGTCCCTT3;
MCP-: F: 5" TTGACCCGTAAATCTGAAGCTAA T3-
R: 5" TCACAGTCCGAGTCACACTAGTTAC3"; ILAR:

F: 5-GCCTCGTGCTGTCGGACCCATAT3- R: 5°C
CTTTGAGGCCCAAGGCCACA3", 2 hac
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NF—+«B p65 4 C . PBS 3
F4/80 Alexa Fluor 647
Alexa Fluor 488 37 C 2 h, PBS
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PBS 500 wl PBS
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o 0.05;F=79.779 P <0.05) 30 mmol/L
1.10 SPSS 16.0 o 1C PCI32765
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Effect of Bruton$ tyrosine kinase inhibitor ibrutinib

on inflammatory response in high glucose — induced macrophages
Xu Simin  Fan Zhe Wu Yonggui
( Dept of Nephrology The First Affiliated Hospital of Anhui Medical University Hefer 230022)

Abstract Objective To investigate the effects of Bruton tyrosine kinases ( Btk) inhibitor ibrutinib on inflam—
matory response in high glucose-induced macrophages and to discover the underlying mechanisms. Methods In
this study bone marrow-derived macrophages ( BMMs) were used. After the optimization of the experimental con—
ditions the BMMs were divided into four groups: low-glucose group ( LG) low-glucose + ibrutinib control group
( LG + PCI-32765) high-glucose group ( HG) and high-glucose + ibrutinib group ( HG + PCI-32765) . The mac—
rophages were detected by flow cytometry. The expression of inflammatory cytokines in cell and in cell supernatant
including the monocyte chemo-attractant proteind ( MCP-) the tumor necrosis factor-alpha ( TNF-o) and the in—
terleukind beta ( IL4B) and the mRNA were detected by enzyme-inked immuno sorbent assay and quantitative
real4ime PCR. The iNOS Btk ERK JNK p38MAPK NF-«B p65 IkB and the corresponding phosphorylated
proteins were detected by Western blot. The activation of macrophages and nuclear transfer of p65 were detected by
laser confocal microscopy. Results Compared with the LG group the expression of inflammatory cytokines in the
HG group increased ( P <0.05) while that decreased in the HG + PCI-32765 group compared with the HG group
(P <0.05). The expression of p-Btk was higher in the HG group ( P <0.01) and the pERK pINK p-
p38MAPK NF—«B p-p65 and pdkB in the HG group were also higher ( P <0.05) compared with the LG group
and the Btk inhibitor PCI32765 could reduce the expression of p-Btk p-£RK NF«B pp65 and pdxB ( P <
0. 05) . The macrophages were activated by high-glucose and the expression of iNOS increased ( P <0.01) while
PCI-32765 could reduce its expression ( P <0.05) . By using laser confocal microscopy it was found that under
high—glucose stimulation p65 had nuclear-transfer and PCI-32765 could reduced it. Conclusion Ibrutinib is a—
ble to inhibit the high glucose-induced activation of macrophages and suppress the release of inflammatory cytokines
by down-regulating the ERK and the NF—+«B signaling pathways.
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