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Inhibition effect and mechanism of IL-8 down-regulation on migration of esopha-
geal squamous cell carcinoma KYSE170 cells

YANG Qin’, ZHANG Xiangmei’, HE Ming’, CHEN Xin", ZHAO Jidong", SANG Meixiang’, ZHAO Lianmei’, SHAN Baoen’(a. Scien-
tific Research Center; b. Department of Fifth Thoracic Surgery, the Fourth Hospital of Hebei Medical University, Shijiazhuang 050011,
Hebei, China )

[Abstract] Objective: To investigate the effect of interleukin-8 (IL-8) on esophageal cancer cell line KYSE170, and to preliminarily
explore its mechanism. Methods: siRNA targeting /L-8 was in vitro synthesized and transfected into KYSE170 cells by lipofectamine
2000. The efficiency of silencing was determined by Real-time PCR, Western blotting and ELISA. Morphological changes of KYSE170
cells were observed microscopically. Scratch assay was performed to observe the cell migration ability. CCK-8 assay was used to detect
the cell proliferation ability. Western blotting was used to detect the expressions of IL-8 receptor and JAK2-STAT3 signaling pathway
related proteins. Results: Compared with the negative control group, the mRNA and protein expressions of IL-8 in KYSE170 cells
were all significantly decreased after IL-8 silencing (P<0.01), and IL-8 secretion was significantly reduced (P<0.01). After /L-8 gene si-
lencing, the migration capacity of KYSE170 cells was significantly weakened (P<0.01), while no significant changes in cell prolifera-
tion was detected. The expression of IL-8 receptor 2 (CXCR2) and transfer-related protein WASF3 were significantly decreased (P<
0.05), while the expression of IL-8 receptor 1 (CXCR1) was not significantly changed; the expressions of p-JAK2 and p-STAT3 protein
in JAK2-STAT3 signaling pathway were significantly decreased (all <0.01). Conclusion: Knock-down of /L-§ inhibits the migration
of esophageal cancer KYSE170 cells, and the mechanism may be related with the alteration of CXCR2 and its downstream JAK2-
STAT3 signaling pathway.
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1.1 fmfe kB £ 2K 7
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1.3 KYSE170 %@ 4% % IL-8 siRNA

R 72 KYSE170 41 i 2314 1A 70%~80% I, Jik
il V8 A, WCAR 4t R T 2, B 1.5 < 10° AN/ HLE 6 fL
WR 5 b B35 TR 1, R A A BE 29 30%~50% i 2 R
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21 - BH 14 % 8 2 (Negative control, & % 4% siRNA) Al
IL-8 siRNA 4.

1.4 Real-time PCR. Western blotting % ELISA 5% %
% % TL-8 siRNA ## 3 % %

FEYL 24 h J5 4 5 SE U LA i Y RNA I A
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"P<0.05,"P<0.01 vs FB group
A': The bands of IL-8 and GAPDH in RT-PCR image;
B: Statistical histograms of /L-8 gene
1: FB; 2: OCI-LY3; 3: MDA-MB-231;
4. CEA-109;5:KYSE170;6: TE-13
E1 AMeERmfT IL-8FRIA

Fig.1 Gene expression of IL-8 in six cancer cell lines
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"P<0.01 vs NC group
A: The bands of proteins in Western blotting image;
B: Statistical histograms of proteins
2 IL-8 siRNA FRIE T IL-8 Y R
Fig.2 IL-8 siRNA decreased the expression of IL-8 in
KYSE170 cell

siRNA

&3 IL-8 siRNA %5324 h /5 KYSE170 £ 75(x100)
Fig.3 Morphology of KYSE170 cells after IL-8
siRNA transfection for 24 h (x100)
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2.6 EAKIL-8 # % & 3 KYSE170 4@ fé # CXCRI1.
CXCR2.WASF3 % i # %R

Western blotting 45 2R (K] 6) 2.7~ , 50 HEZHAH L,
IL-8 K 5 WASF3 1) 314 BH i FF K[ (0.34+0.08) vs
(0.62+0.12) , P<0.05], CXCR2 [f] % i& t B & [ %
[€0.740.11) vs (1.02+0.06) , P<0.05], Iff CXCR1 % iA
T BARE

NC siRNA

12h

24h

4 TFIL-8 FRIX™ 55 KYSE170 4RAITHE A04E F1(x100)
Fig.4 Down-regulation of /L-8 reduced migration ability of
KYSE170 cells (x100)

Cell proliferation (D, nm)

0 ' 2 23
Time (t/h)
E5 TIFIL-8 FRIEA M KYSE170 41 A9 1E7E #E
Fig.5 Down-regulation of /L-8 did not affect proliferation of
KYSE170 cells

2.7 EAKIL-8 & ik 3 KYSE170 %@ it JAK2-STAT3 12
F @R E M

Western blotting 45 H (& 7) & 7x , IL-8 @K J5
KYSE170 4 ffil v JAK2-STAT3 {55 5 i #% M 2
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Expression of protein
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NC siRNA
B-actin - -
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“P<0.01 vs NC group
A: The bands of proteins in western blotting image;

B: Statistical histograms of proteins

El6 B IL-8%F CXCR2 F1 WASF3 & B 3RILHIFM
Fig.6 Effect of IL-8 knockdown on the expression of CXCR2
and WASF3
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A: The bands of proteins in Western blotting image;
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Fig.7 Effects of IL-8 knock-down on JAK2-STAT3 signaling
pathway
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