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Study on the effect of interfering Wnt5a on the inflammatory response of BCG-induced TC-1 cells
YUAN Xiao-tan'?, MA Ya-bo'?,MIAO Shen-ao'*,CHEN Qi"?,NIE Xue-yi'"”, XU Jin-rui"”, YANG

Yi'? (1. Key Laboratory of Conservation and Utilization of Special Biological Resources in West China s Ministry of
Education, Ningzxia University, Yinchuan 750021, China ; 2. Department of Microbiology and Molecular Biology .
School of Life Sciences , Ningzxia University) =™

Objective To explore the regulatory effect of interference Wnt5a on inflammatory response of mouse lung
epithelial cells (TC-1) infected with BCG vaccine and elucidate its mechanism. Methods BCG infection was 24h after
lentivirus interfered with TC-1 cell line and its negative control cell line treated by Wnt5a. Four experimental groups were
set up: NC group, NC+ BCG group, Si-3 group and Si-3+ BCG group. The expression levels of Toll-like signaling pathway
TLR2, TLR4, Myd88, p-NF-kB and NF-«kB inflammatory related proteins were detected by western blot, and the
expression levels of p-NF-kB in each experimental group were detected by immunofluorescence method. The mRNA
expression levels of Toll-like signaling pathway TLR2, TLR4, Myd88, p-NF-kB and NF-kB were detected by qRT-PCR,
and the contents of pro-inflammatory cytokines TNF-a,IL.-6 and IL.-10 in the supernatant of cell culture were detected by
ELISA. Results Compared with the control group,the protein expression levels (all P<C0.01) and mRNA expression
levels (all P<C0.05) of inflammatory factors TLR2,TLR4,Myd88,NF-kB and p-NF-kB in BCG group were significantly
up-regulated,and the fluorescence intensity of p-NF-kB protein was significantly increased compared with the control
group. The expression levels of pro-inflammatory cytokines TNF-a and IL.-6 were increased (all P<C0. 01), while the
expression levels of anti-inflammatory cytokines 11.-10 were decreased. Compared with BCG group. the above protein
expression levels (all P<C0.05) and mRNA expression levels (all P<C0.01) in Si-3+ BCG group were significantly down-
regulated, the fluorescence intensity of p-NF-kB protein was significantly down-regulated compared with BCG group,and

the expression levels of pro-inflammatory factors TNF-a and 11.-6 (all P <C0. 05) were significantly decreased. The
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expression level of anti-inflammatory factor 11.-10 was significantly increased (P<C0.01).

Conclusion Interference with

Wntba can regulate the inflammatory response of BCG infected mouse lung epithelial cells (TC-1) through Toll-like

signaling pathway dependent Myd88 pathway to inhibitBCG induced TC-1 inflammatory response.
GG | Toll-like signaling pathway; Wnt5a; BCG;inflammatory reaction
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Table 1 Information of lenlivirus expression vector

Eais R N2 W% /¥ % (TU/mL)
Name Virus name Insert sequence Titer/ Concentration
Watsa FH &I W:;;z; fl?)“ GAAACTCTGCCACTTGTATC 2B+
T4 B0 R CON251 CGCTTCCGCGGCCCGTTCA 2E+38
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Table 2 Gene specific primers for qRT-PCR
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A Bright field diagram of Wnt5a interference TC-1 stable
transfection cells and green fluorescence diagram of successful
transfection of lentivirus B Western blot results of molecules related
to WntSa C Statistic analysis of Wnt5a protein levels(a P<0. 05)

Fig.1 Establishment and identification of stable transfected cell lines
with Wnt5a interference with TC-1(100X)
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Fig. 2 Expression levels of inflammation-related proteins in stably
transfected TC-1 cell lines with Wnt5a interference
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Fig.3 The mRNA expression of inflammation-related proteins was
stabilized in TC-1 cell lines transfected with WntSa interference
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Fig. 4 Fluorescence expression of P-NF-kB in TC-1 cell lines
stably transfected with Wnt5a interference
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Fig. 5 BCG infection causes Wnt5a to interfere with the release
of inflammatory cytokines in stably transfected TC-1 cell lines
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