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ability of A549 cells. Peripheral blood mononuclear cells (PBMCs) of healthy individuals were isolated by density
gradient centrifugation. After monocytes were removed by adhesion method, A549 cells pretreated with mitomycin C
were co-cultured with PBMCs at 10:1 ratio. After 2 weeks, flow cytometry was used to detect the proportion of
CD8 " T cells and the expression levels of perforin and granzyme B. Results Compared with the control group, the
proliferation inhibition rates of A549 cells increased after treatment with 25,50 and 100 wmol/L DHA for 24 h (P
<0.01). The ICs, of DHA on A549 cells was 46. 26 pmol/L. According to ICs, concentration analysis, the inhibi-
tion rates of A549 cells treated with 50 pwmol/L DHA for 0,24 ,48 and 72h were 1.53% ,53.50% , 63.84% and
69.91% , and the cells inhibition rates of A548 cells increased compared with the previous observation time point,
namely 0,24 and 48 h (P <0.01). The colony formation assay showed that the colony formation number of A549
cells in DHA treated group decreased compared with the control group (P <0.01). Flow cytometry results showed
that compared with the control group, the proportion of CD8 " T cells induced by A549 cells in the co-culture system
and the proportion of CD8 * T cells expressing perforin and granzyme B were higher in DHA pretreatment group( P <
0.01). Conclusion DHA inhibits the growth of NSCLC cells and promotes anti-tumor immune response of CD8 *
T cells induced by NSCLC cells.
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4%, BF 8012) . ET-1 antibody (4% 2. DF6125) |
Anti-Orail (4585 :DF 7956) . Anti-GAPDH ($2%5-.
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21 IMAGE 2, UK A 4 °C 12 000 1/min,
B30 20 min, BCEIE W, BCA 5 1k B2 I 2 15 &
R NG 1% i, BEF-J5 4T Western blot (55, 7%
J& 5% WEREF W Z R BE & PVDF JBE 2 h, Z J5 I A M
B — % ET-1 (1:1000), Orail (1:1000),
STIMI (1:1000), TGF-B (1:1000), COL-I
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MEM. ¥ HL-1 #fijifa53"0 4 41 :NC 21 (XfH#R4l) (ET-

1 2H(ET-1 £:3) \Si Orail 2H (Si Orail #44{di Orail
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EUHTEE (0. 028 +0.009) mm, AF 2K il Z B ALAD
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Endothelin-1 regulates SOCC/TGF-$ and involved in atrial fibrosis

in rats with atrial fibrillation
Jia Zhuoran' , Dai Manyu', Liang Shichu®, Wu Jian' ,Xue Yangcheng',Zhang Dingxin',Shen Bing’,Zhao Ren'
('Dept of Cardiology, The First Affiliated Hospital of Anhui Medical University, Hefei 230022 ;
*Dept of Cardiology, West China Hospital , Sichuan University, Chengdu 610041 ; *Dept of
Physiology , School of Basic Medical Science, Anhui Medical University, Hefei 230032)

Abstract Objective To investigate the effect and mechanism of endothelin-1 (ET-1) on atrial fibrosis in Atrial
fibrillation ( AF) rats. Methods Fourteen adult male SD rats were randomly divided into normal control ( NC)
group and Atrial fibrillation ( AF) group. The rat model of Atrial fibrillation was established by injecting 0. 1 ml/
100g CaCl,-Ach mixture into the tail vein once a day for one week. The control group was injected with the same
dose of normal saline. An electrocardiogram of normal or atrial fibrillation was recorded on the first day and the
eighth day in each group, and echocardiography was used to monitor atrial size and cardiac function. The fibrosis of
atrial was observed using Masson and HE staining. The expression of endothelin-1 (ET-1), collagen-I ( Col-I),
transforming growth factor-B (TGF-B) and the store operated calcium channel (SOCC) protein Orail , stromal in-
teraction molecule 1 (STIMI) in atrial tissue were detected by Western blot. HL-1 cells were cultured and treated
with gradient concentration of ET-1 for 24 hours. Western blot was used to observe changes in the expression of
TGF-B, Orail and STIMI1 proteins in ET-1/SOCC/TGF-B signaling pathway of HL-1 cells. Small interfering RNA
(siRNA) transfection method was used to knock down the expression of Orail in HL-1 cells, then the cells were
treated with appropriate concentrations of ET-1 for 24 hours, and the expression of TGF-f protein in HL-1 cells was
detected by Western blot. Results Compared with the control group, echocardiography showed a significant in-
crease in left atrial diameter (LAD) of the heart in atrial fibrillation rats ( P <0.05). The HE and Masson staining
results showed significant fibrosis in the myocardial tissue of AF group rats (P <0.05), and the Western blot re-
sults indicated the expression of ET-1, Orail, STIMI, TGF-g and COL- I in the myocardial tissue of AF group
significantly increased compared to the NC group (P <0.05). After ET-1 treatment of HL-1 cells, the protein ex-
pression of Orail , STIM1and TGF-B increased (P <0.05) , while knocking down Orail in HL-1 cells, ET-1 treat-
ment no longer caused the expression of TGF-@ a significant upregulation. Conclusion AF caused by atrial fibril-
lation results in a significant increase in ET-1 expression in atrial tissue, and ET-1/SOCC/TGF-B signal pathway
promotes atrial fibrillation and fibrosis.
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