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Effect and Mechanism of MiR-382 on Cytotoxicity of Y3 T Cells to Lung Cancer
LI Jie(Department of Thoracic Surgery, Ningbo NO.2 Hospital, Ningbo 315010, China)

ABSTRACT: OBJECTIVE To investigate the effect of miR-382 on regulating the cytotoxicity of yd T cells to lung cancer
cell line A549. METHODS 3 T cells amplified in vitro were identified by flow cytometry. LDH release assays were
performed to detect the cytotoxicity of yd T cells and miR-382 to A549. RT-qPCR assays were performed to detect the expression
of miR-382 in lung cancer tissues and A549 cell line. Bioinformatics and Western blot analysis were used to determine whether
the expression of c-FLIP was regulated by miR-382. Western blot assays were performed to evaluate the release of
Smac/DIABLO and cytochrome C and the activation of caspase-8, caspase-9 and caspase-3. RESULTS MiR-382 significantly
enhanced the cytotoxicity of y5 T cells to A549. Furthermore, miR-382 enhanced the activation of caspase-8, caspase-9,
caspase-3 and release of cytochrome C and Smac/DIABLO induced by yd T cells in A549 cells. In addition, transfection with
miR-382 downregulated the expression of c-FLIP. Meanwhile, transfection with miR-382 abolished the synergistic effect of
miR-382 on y3 T cells. CONCLUSION MiR-382 enhances cytotoxicity of vy T cells to lung cancer through downregulating
the expression of c-FLIP.
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Fig. 1 miR-382 enhanced the cytotoxicity of yd T cells to
AS49 (n=3, xxs)

A-y3 T cells amplified in vitro highly expressed CD3 and y3 TCR;
B—cytotoxicity of 6 T cells to A549; C—relative expression of miR-382

in lung cancer tissue cells and A549 cells was significantly higher than
that in the normal lung tissue cells(n=20, X * s ). Compared with lung
normal tissue cells, VP<0.05. D—transfection with miR-382 increased the
cytotoxicity of v T cells to A549. Compared with NCO group, P<0.05;
Compared with yd T cells + NCO group, 2P<0.05.
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Fig. 2 miR-382 enhanced the cytotoxicity of y0 T cells to
A549 through suppressing the expression of c-FLIP (n=3,
xts)

A-public database of targetscan suggested that c-FLIP was the target of
miR-382; B—expression of c-FLIP was significantly higher in lung cancer
tissue cells and A549 cells than that in the lung normal tissue cells (n=20,
X £ 5); compared with lung normal tissue cells, DP<0.05; C-miR-382
decreased the expression of c-FLIP in A549 cells; compared with NCO
group, P<0.05; compared with y8T cellstNCO group, 2P<0.05;
D-transfection with c¢-FLIP plasmid inhibited synergistic effect of
miR-382 on promoting the cytotoxicity of y3T cells to lung cancer;
compared with NCO group, P<0.05; compared with y8T cells + NCO
group, 2P<0.05; compared with y8 T cells + miR-382 group, ¥P<0.05.
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A-TRAIL and FasL neutralizing antibodies inhibited the cytotoxicity of
miR-382 and yd T cells co-treatment in A549 cells; B-miR-382 promoted
activation of caspase-8 induced by yd T cells in A549 cells; C—miR-382
promoted release of Smac/DIABLO and cytochrome ¢ induced by yd T
cells in A549 cells; D-miR-382 promoted activation of caspase-9 and
caspase-3 induced by yd T cells in A549 cells; 1-NCO; 2-miR-382; 3—yd T
cellstNCO; 4—y3 T cells+miR-382; 5—y8 T cells+miR-382+TRAIL; 6—y3 T
cellstmiR-382+FasL; 7—y3 T cellstmiR-382+TRAIL+FasL; 8-c-FLIP;
9—8 T cells+miR-382+c-FLIP; compared with NCO group, "P<0.05;
compared with v8 T cells+NCO group, ?P<0.05; compared with & T
cells+miR-382 group, YP<0.05.
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