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Abstract. 
CXCL8 displays several tumor-promoting effects. Targeting and/or lowering CXCL8 concentrations within the tumor microenvironment would produce a therapeutic benefit. Aim of this study was to test the effect of IFNγ on the basal and TNFα-stimulated secretion of CXCL8 in TCP-1 and BCPAP thyroid cancer cell lines (harboring RET/PTC rearrangement and BRAF V600e mutation, resp.). Cells were incubated with IFNγ (1, 10, 100, and 1000 U/mL) alone or in combination with TNF-α (10 ng/mL) for 24 hours. CXCL8 and CXCL10 concentrations were measured in the cell supernatants. IFNγ inhibited in a dose-dependent and significant manner both the basal (ANOVA F: 22.759; ) and the TNFα-stimulated (ANOVA F: 15.309; ) CXCL8 secretions in BCPAP but not in TPC-1 cells (NS). On the other hand, IFNγ and IFNγ + TNF-α induced a significant secretion of CXCL10 in both BCPAP () and TPC-1 () cells. Transwell migration assay showed that (i) CXCL8 increased cell migration in both TPC-1 and BCPAP cells; (ii) IFNγ significantly reduced the migration only of BCPAP cells; and (iii) CXCL8 reverted the effect of IFNγ. These results constitute the first demonstration that IFNγ inhibits CXCL8 secretion and in turn the migration of a BRAF V600e mutated thyroid cell line. 



1. Introduction
CXCL8 is a key regulator of immune cells infiltration into the tumor microenvironment promoting cancer invasion and metastasis [1, 2]. CXCL8 is detected in serum and tissue specimens from patients with solid tumors, its circulating levels being correlated with tumor size, depth of infiltration, stage, and prognosis [3]. Lower serum levels of CXCL8 characterize a less aggressive course of malignancy and a better response to anticancer therapy [3–5]. These data support the concept that lowering the levels of CXCL8 in the tumor microenvironment would be of benefit in cancer patients [3, 6, 7]. The role of CXCL8 in tumor progression [8, 9] and the therapeutic benefits derived from targeting/lowering this chemokine were also demonstrated in thyroid cancer [10, 11]. In vivo experiments showed that treatment with an anti-CXCL8 neutralizing antibody abrogated the invasiveness of papillary thyroid cancer cells in mice transplanted with a human thyroid cancer cell line [11]. In parallel to CXCL8 targeting experiments, several pharmacological compounds were tested for their ability to inhibit the secretion of this chemokine [10, 12]. However, the inhibition of CXCL8 secretion turned out to be rather complicated due to the multiple intracellular signals and/or pathways that mediate its release [1, 13]. It is known that CXCL8 is primarily regulated by NF-κB and/or activator protein-1 (AP1) mediated transcriptional activity. CXCL8 secretion also results from inflammatory signals (e.g., tumor necrosis factor α, IL-1β), which regulate CXCL8 expression [1]. With specific regard to cancer, the activation of several oncogenes further modulates the release of CXCL8 [13–15].
It was recently reported that metformin, a drug with a wide spectrum of anticancer effects [16–18], significantly inhibits the secretion of CXCL8 induced by TNFα in primary cultures of human thyroid cells, derived both from the normal gland parenchyma and from surgical specimens of papillary thyroid cancer with unknown genetic background. At variance with these results, metformin did not affect the TNF-α-stimulated secretion of CXCL8 in thyroid cancer cell lines harboring the RET/PTC rearrangement or the BRAF V600e mutation (TPC-1 and BCPAP cells, resp.) [12]. Type I and type II interferons (IFNs) also reduce the secretion of CXCL8 in cultured human cells originated from several organs including the thyroid [19–21]. Among IFNs, IFNγ was identified as the most powerful inhibitor [21]; however, its ability to reduce the secretion of CXCL8 in thyroid cancer cells was not investigated previously.
Aim of the present study was thus to investigate whether IFNγ inhibits the basal and the TNF-α-stimulated secretion of CXCL8 in TCP-1 and BCPAP thyroid cancer cells.
2. Materials and Methods
2.1. Thyroid Tumor Cell Lines
Human thyroid cancer cell lines, TPC-1 and BCPAP (harboring the RET-PTC rearrangement and the BRAF V600e mutation, resp.) were a kind gift from Professor M. Santoro (Medical School, University “Federico II” of Naples, Naples, Italy). All cell lines had been previously tested and authenticated by DNA analysis to be of thyroid origin. Cancer cells were propagated in Dulbecco’s Modified Eagle Medium (DMEM) (Sigma, Saint Louis, MO, USA) supplemented with 10% fetal bovine serum (Sigma, Saint Louis, MO, USA), 2 mM L-glutamine, and 100 U/mL penicillin-streptomycin (Sigma, Saint Louis, MO, USA).
2.2. Basal and TNF-α-Stimulated Secretion of CXCL8 and CXCL10 in TPC-1 or BCPAP Cells in the Presence or Absence of Increasing Concentrations of IFNγ
For the CXCL8 secretion assays, 3000 cells were seeded into 96-well plates in complete medium. After adherence to the plastic surface, cells were incubated for 24 h in serum-free medium (basal condition) with or without increasing concentrations of IFNγ (1, 10, 100, and 1000 U/mL) (R&D systems, Minneapolis). In a second set of experiments, TPC-1 and BCPAP cells were treated with TNF-α 10 ng/mL (stimulated condition) alone or in combination with the same concentrations of IFNγ. All experiments were performed in triplicate.
To test the responsiveness of TPC-1 and BCPAP cells to IFNγ, the levels of CXCL10 (a prototype interferon-γ-inducible chemokine) [22–24] were measured in the supernatants (the same used for the assay of CXCL8) of thyroid cancer cell lines after treatment with TNFα 10 ng/mL and IFNγ 1000 U/mL alone or in combination.
2.3. ELISA for Chemokines
The concentrations of CXCL8 and CXCL10 in thyroid cell supernatants were measured using commercially available kits (R&D Systems, Minneapolis). The mean minimum detectable dose of CXCL8 was 3.5 pg/mL. The intra- and interassay coefficients of variation were 3.4 and 6.8%, respectively. The mean minimum detectable dose of CXCL10 was 1.67 pg/mL. The intra- and interassay coefficients of variation were 3.0 and 6.9%, respectively. Samples were assayed in duplicate. Quality control pools of low, normal, or high concentrations were included in each assay.
2.4. Cell Migration Assay
The cell migration assay was performed with the transwell migration chamber system (Merck Millipore, Milan, Italy), as previously described [25]. Briefly, BCPAP and TPC-1 were cultured for 24 hours with fresh medium alone or supplemented with 1000 U/mL of IFNγ, 50 ng/mL of CXCL8 (R&D Systems, Minneapolis), or their combination. After treatment,  cells/well were seeded in the upper chambers of the 96-well plate with polycarbonate inserts having 0.3 cm2/well membrane area and 8 μm pore size. In each condition, the lower chambers were filled with 150 μL of the corresponding medium. The cells were left to migrate for 16 hours at 37°C and 5% CO2. At the end of the incubation, samples were analyzed as previously described [26]. Briefly, cell inserts were washed three times with PBS and migrated cells on the underside of the membrane were fixed with 4% paraformaldehyde for 20 minutes. Cell nuclei were then stained with Hoechst 33258 (1 : 10000) (Life Technologies, Monza, Italy). Finally, the membranes were cut out with a scalpel and mounted onto glass slides with ProLong Gold antifade reagent (Life Technologies, Monza, Italy). Three replicates have been performed for each condition. Images were acquired using an Olympus BX51 microscope (Olympus, Deutschland GmbH, Hamburg, Germany). The number of migrated cells was blind-counted analyzing 12 random fields of the membranes per condition. Data are expressed as means of number of migrated cells ± standard deviation (SD).
2.5. Wound-Healing Assay
For wound-healing assay cells were seeded in a 24-well plate. When cells reached nearly the 90% of cell confluence, a scratch wound was created in the monolayer using a sterile 20 μL pipette tip. Cells were then treated with fresh medium alone or supplemented with 1000 U/mL of IFNγ (R&D Systems, Minneapolis). Phase contrast images were captured between 0 and 24 hours using an Olympus IX53 microscope (Olympus, Deutschland GmbH, Hamburg, Germany). Data are expressed as the percentages of the remaining gap area after 24 hours relative to the initial gap area (0 hours). The area was measured using the LCmicro software (Olympus Soft Imaging Solutions GmbH).
2.6. Statistical Analysis
Statistical analysis was performed using SPSS software (SPSS, Inc., Evanston, IL). Mean group values were compared through one-way ANOVA test for normally distributed variables. Post hoc analysis was performed applying Bonferroni’s correction. The different effect of IFNγ on BCPAP cells in basal condition and after stimulation with TNFα was assessed by ANOVA for repeated measures for all the concentrations of IFNγ. Between-group comparisons were performed by Student’s -test for independent samples. Values are reported as mean ± SD unless otherwise noted. A  value < 0.05 was considered statistically significant.
3. Results
3.1. Effect of IFNγ on CXCL8 Secretion in BCPAP and TPC-1 Cells
CXCL8 was measured in the basal and TNF-α-stimulated condition in BCPAP and in TPC-1 cells. As previously reported [27], the incubation with TNF-α elicited a significant increase of CXCL8 concentration in the supernatants of both cell lines. Treatment with IFNγ produced a significant and dose-dependent inhibition of both the basal (ANOVA F: 22.759; ) and the TNF-α-stimulated (ANOVA F: 15.309; ) secretion of CXCL8 in BCPAP cells. In order to compare the magnitude of inhibition of CXCL8 secretion between the basal and the stimulated condition (TNFα), ANOVA for repeated measures was performed. Results showed that the inhibiting effect of IFNγ on CXCL8 secretion was significantly greater in the basal as compared with the TNF-α-stimulated condition (ANOVA F: 10.673; ) (Figures 1(a) and 1(b)).
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Figure 1: IFNγ inhibits the secretion of CXCL8 in BCPAP cells. (a) IFNγ significantly and dose-dependently inhibits the basal CXCL8 secretion (ANOVA F: 22.75; ; post hoc analysis by Bonferroni:  versus basal). (b) IFNγ significantly inhibits the TNFα-stimulated CXCL8 secretion (ANOVA F: 15.30; ; post hoc analysis by Bonferroni:   and   versus TNFα). The inhibitory effect of IFNγ is expressed as percentage of basal and TNFα-induced levels of CXCL8, which were estimated as 100%.


On the other hand, IFNγ had no inhibitory effect on the secretion of CXCL8 in TPC-1 cells, either in basal (Figure 2(a)) or in TNFα-stimulated condition (Figure 2(b)) (NS for both conditions).
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(b)
Figure 2: IFNγ does not inhibit either the basal (ANOVA F: 0.985; ) (a) or the TNFα-stimulated (ANOVA F: 0.685; ) (b) CXCL8 secretion in TPC-1 cells. The inhibitory effect of IFNγ is expressed as percentage of basal and TNFα-induced levels of CXCL8 which were estimated as 100%.


3.2. Effect of IFNγ on CXCL10 Secretion in BCPAP and TPC-1 Cells
To rule out that TPC1 cells (in which IFNγ did not reduce CXCL8 secretion) were refractory to IFNγ, the interferon-γ-inducible chemokine (CXCL10) was also measured.
CXCL10 was virtually absent in the supernatants of both BCPAP and TPC-1 cells in basal condition. IFNγ significantly increased CXCL10 secretion in both BCPAP ( pg/mL;  versus basal) and TPC-1 ( pg/mL;  versus basal) cells, whereas TNFα alone had no detectable effect. However, the combined stimulation with IFNγ + TNFα produced a significant synergistic effect on CXCL10 secretion in both BCPAP ( pg/mL;  versus IFNγ) and TPC-1 (;  versus IFNγ) being higher in TPC-1 cells (TPC-1 versus BCPAP cells  ) (Figure 3).




	
	
		
		
		
		
		
		
		
		
		
		
		
		
		
		
		
		
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
		
		
		
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
	


Figure 3: CXCL10 secretion in TPC-1 and BCPAP cells in basal condition, after treatment with IFNγ 1000 U/mL and TNFα 10 ng/mL alone or in combination.  versus basal;  versus IFN-γ;  TPC-1 versus BCPAP.


3.3. Migration Assays
The above results demonstrated the ability of IFNγ to reduce CXCL8 secretion in BCPAP cells and deserved to be confirmed in terms of ability to interfere with any of the CXCL8 mediated tumor-promoting activities. In view of the well established role of CXCL8 in promoting the metastatic spread of tumors, cell migration assays were performed.
The results of the transwell migration assay are showed in Figure 4. Briefly, the mean of the number of migrated cells per field observed in basal condition was clearly increased by treatment with CXCL8 both for BCPAP (basal: ; CXCL8: ) and TPC-1 (basal: ; CXCL8: ). Of note, treatment with IFNγ reduced the basal migration of BCPAP cells while the combined treatment with IFNγ + CXCL8 reverted the effect of IFNγ (basal: ; IFNγ  ; IFNγ + CXCL8: ). On the contrary, IFNγ did not significantly influence the migration ability of TPC-1 cells.
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(b)
Figure 4: Representative images and the respective histograms of (a) BCPAP and (b) TPC-1 after 16 hours of migration within the transwell migration chamber system in different conditions. Nuclei were counterstained with Hoechst 33258 in blue (images were acquired by an Olympus BX51, magnification 20x, scale bar = 50 μm). Bar graphs show the corresponding analysis of migrated cells on the lower side of the transwell filter. BCPAP: ANOVA F = 58.71; ; post hoc analysis by Bonferroni:  CXCL8 versus basal;  IFNγ versus basal;  IFNγ + CXCL8 versus IFNγ. TPC-1: ANOVA F = 8.85 ; post hoc analysis by Bonferroni:  CXCL8 versus basal; NS IFNγ versus basal; NS IFNγ + CXCL8 versus IFNγ.  versus basal;  versus CXCL8 + IFNγ.


The effect of IFNγ on the migration of the BCPAP cells was corroborated by the wound-healing assay. As shown in Figure 5, the treatment with IFNγ, at least in part, inhibited the wound closure further confirming its ability to reduce the BCPAP cells migration.




	
	
		
			
		
		
			
		
		
			
		
		
			
		
		
		
			
		
	


Figure 5: Wound-healing assay for BCPAP cells in basal condition (time 0: 0%; after 24 h: 51.1% of wound closure) and after treatment with IFNγ (time 0: 0%; 24 h: 38.3% of wound closure).


4. Discussion
The present study demonstrates that IFNγ inhibits the basal and TNFα-stimulated secretion of CXCL8 in BCPAP, but not in TPC-1 thyroid cancer cell lines. This is the first evidence showing that IFNγ inhibits CXCL8 secretion in a BRAF V600e mutated cancer cell line.
Previous attempts aimed at inhibiting CXCL8 secretion with metformin were successful in primary cultures of human normal thyroid cells and in cultures prepared from surgical specimens of papillary thyroid cancer. However, no inhibitory effect was elicited in thyroid cancer cell lines [12].
This different ability of metformin to inhibit the secretion of CXCL8 suggested that in normal thyrocytes and thyroid cancer cell lines bear different secretory pathways of CXCL8 which would imply that specific inhibitory strategies are required [12, 27].
This concept is further supported by the here reported results which show that IFNγ inhibits the secretion of CXCL8 in BRAF V600e mutated BCPAP cells, but not in TPC-1 cells bearing a RET/PTC rearrangement.
The present study was specifically designed to test the possibility to inhibit the secretion of CXCL8 in thyroid cancer cells harboring specific genetic mutations and the characterization of the IFNγ signaling producing this inhibition appears by far behind the aim of our study. The lack of mechanistic experiments, which we acknowledge as a limitation of the study, would prevent drawing conclusions on the mechanisms by which IFNγ exerts this inhibitory effect on CXCL8. However, the similar response of BCPAP and TPC-1 to IFNγ in terms of induction of CXCL10 secretion demonstrates that functional IFNγ receptors are expressed at similar levels on the cell surface of both cell lines and fits with the notion that IFNs specifically inhibit the expression of CXCL8, while they activate other NF-kB regulated genes [20].
CXCL10 is a chemokine which is basally not secreted by thyrocytes, it is strongly upregulated by IFNγ. TNFα does not induce CXCL10 secretion but it strongly synergizes with IFNγ. The mechanism of this synergism is due to the fact that TNFα up-regulates at both mRNA and protein as well as increases the membrane expression of IFNγ receptors [28, 29]. Thus, the finding that following stimulation with IFNγ + TNFα, a higher level of CXCL10 was secreted by TPC-1 as compared to BCPAP indicates that TNFα induced a higher upregulation of IFNγ receptors in TPC-1. This finding is in line with a recent evidence provided by our group that TPC-1 cells are more sensitive to TNFα than BCPAP and it would further sustain the concept that multiple pathways are involved in CXCL8 secretion, thus it is not surprising that inhibitory agents may also be different.
In other words, the explanation could be that IFNγ stimulates CXCL10 secretion by acting on a mechanism shared by both cell types, while it would inhibit the release of CXCL8 by modulating a specific pathway, which is active only in BCPAP cells. Taken together the above considerations further support the concept that the presence of a specific genetic lesion would “switch on” different mechanisms/pathways involved in CXCL8 secretion.
In addition, the CXCL8-inhibitory effect of IFNγ in BCPAP cells appears significantly stronger on the basal as compared with the TNFα-stimulated secretion. Again, this differential behavior suggests that the secretion of CXCL8 is regulated through complex mechanisms, which involve multiple intracellular signals and/or pathways [1, 30, 31]. These are profoundly different according to cell-related (the specific genetic lesion of cancer cells) and condition-related (basal and stimulated secretion of CXCL8 in cells with the same genetic mutation) aspects.
The finding that IFNγ inhibits the secretion of CXCL8 in BCPAP cells prompted us to evaluate whether cell migration, a well characterized CXCL8 mediated tumor-promoting activity [9, 11], was also affected by IFNγ treatment. Transwell migration assays confirmed that CXCL8 promotes cell migration both in TPC-1 and in BCPAP which appears in line with the recent findings provided by two independent studies [9, 11].
Furthermore, while IFNγ did not affect the number of migrated TPC-1 cells, it reduced the number of migrated BCPAP cells, this effect being promptly reverted by addition of CXCL8 to IFNγ. The results obtained by wound-healing assays further confirmed the ability of IFNγ to inhibit the migration of BCPAP cells.
The fact that CXCL8 increased migration of both TPC-1 and BCPAP cells together with the fact that treatment with IFNγ produced a reduction in the number of migrated cells only in BCPAP (in which IFNγ significantly lowered the secretion of CXCL8) constitutes a further confirmation of the tumor-promoting effect of CXCL8 and of the need to find novel and more effective inhibitory strategies.
In conclusion, the results of the present study indicate that IFNγ, among its pleiotropic effects, is also able to inhibit CXCL8 secretion and cell migration in BRAF V600e mutated BCPAP but not in TPC-1 thyroid cancer cell line bearing the RET/PTC rearrangement. Given the advantages of lowering this chemokine levels in the tumor microenvironment further efforts targeting CXCL8 inhibition appear worthwhile.
Competing Interests
The authors declare that they have no competing interests.
References
	D. J. J. Waugh and C. Wilson, “The interleukin-8 pathway in cancer,” Clinical Cancer Research, vol. 14, no. 21, pp. 6735–6741, 2008.
	M. Rotondi, F. Coperchini, and L. Chiovato, “CXCL8 in thyroid disease: from basic notions to potential applications in clinical practice,” Cytokine and Growth Factor Reviews, vol. 24, no. 6, pp. 539–546, 2013.
	M. F. Sanmamed, O. Carranza-Rua, C. Alfaro et al., “Serum interleukin-8 reflects tumor burden and treatment response across malignancies of multiple tissue origins,” Clinical Cancer Research, vol. 20, no. 22, pp. 5697–5707, 2014.
	S. Brennecke, M. Deichmann, H. Naeher, and H. Kurzen, “Decline in angiogenic factors, such as interleukin-8, indicates response to chemotherapy of metastatic melanoma,” Melanoma Research, vol. 15, no. 6, pp. 515–522, 2005.
	S. Broutin, N. Ameur, L. Lacroix et al., “Identification of soluble candidate biomarkers of therapeutic response to sunitinib in medullary thyroid carcinoma in preclinical models,” Clinical Cancer Research, vol. 17, no. 7, pp. 2044–2054, 2011.
	L. Chen, J. Fan, H. Chen et al., “The IL-8/CXCR1 axis is associated with cancer stem cell-like properties and correlates with clinical prognosis in human pancreatic cancer cases,” Scientific Reports, vol. 4, article 5911, 2014.
	J. Hirsch, C. L. Johnson, T. Nelius, R. Kennedy, W. D. Riese, and S. Filleur, “PEDF inhibits IL8 production in prostate cancer cells through PEDF receptor/phospholipase A2 and regulation of NFκB and PPARγ,” Cytokine, vol. 55, no. 2, pp. 202–210, 2011.
	K. T. Bauerle, R. E. Schweppe, G. Lund et al., “Nuclear factor κb-dependent regulation of angiogenesis, and metastasis in an in vivo model of thyroid cancer is associated with secreted interleukin-8,” Journal of Clinical Endocrinology and Metabolism, vol. 99, no. 8, pp. E1436–E1444, 2014.
	C. Visciano, F. Liotti, N. Prevete et al., “Mast cells induce epithelial-to-mesenchymal transition and stem cell features in human thyroid cancer cells through an IL-8-Akt-Slug pathway,” Oncogene, vol. 34, no. 40, pp. 5175–5186, 2015.
	J. Grosse, E. Warnke, F. Pohl et al., “Impact of sunitinib on human thyroid cancer cells,” Cellular Physiology and Biochemistry, vol. 32, no. 1, pp. 154–170, 2013.
	W. Fang, L. Ye, L. Shen et al., “Tumor-associated macrophages promote the metastatic potential of thyroid papillary cancer by releasing CXCL8,” Carcinogenesis, vol. 35, no. 8, pp. 1780–1787, 2014.
	M. Rotondi, F. Coperchini, P. Pignatti, F. Magri, and L. Chiovato, “Metformin reverts the secretion of CXCL8 induced by TNF-α in primary cultures of human thyroid cells: an additional indirect anti-tumor effect of the drug,” Journal of Clinical Endocrinology and Metabolism, vol. 100, no. 3, pp. E427–E432, 2015.
	D. Gales, C. Clark, U. Manne, and T. Samuel, “The chemokine CXCL8 in carcinogenesis and drug response,” ISRN Oncology, vol. 2013, Article ID 859154, 8 pages, 2013.
	M. Muzza, D. Degl'Innocenti, C. Colombo et al., “The tight relationship between papillary thyroid cancer, autoimmunity and inflammation: clinical and molecular studies,” Clinical Endocrinology, vol. 72, no. 5, pp. 702–708, 2010.
	M. G. Borrello, L. Alberti, A. Fischer et al., “Induction of a proinflammatory program in normal human thyrocytes by the RET/PTC1 oncogene,” Proceedings of the National Academy of Sciences of the United States of America, vol. 102, no. 41, pp. 14825–14830, 2005.
	J. Klubo-Gwiezdzinska, J. Costello Jr., A. Patel et al., “Treatment with metformin is associated with higher remission rate in diabetic patients with thyroid cancer,” Journal of Clinical Endocrinology and Metabolism, vol. 98, no. 8, pp. 3269–3279, 2013.
	G. Chen, S. Xu, K. Renko, and M. Derwahl, “Metformin inhibits growth of thyroid carcinoma cells, suppresses self-renewal of derived cancer stem cells, and potentiates the effect of chemotherapeutic agents,” Journal of Clinical Endocrinology and Metabolism, vol. 97, no. 4, pp. E510–E520, 2012.
	F. Coperchini, P. Leporati, M. Rotondi, and L. Chiovato, “Expanding the therapeutic spectrum of metformin: from diabetes to cancer,” Journal of Endocrinological Investigation, vol. 38, no. 10, pp. 1047–1055, 2015.
	M. A. Cassatella, I. Guasparri, M. Ceska, F. Bazzoni, and F. Rossi, “Interferon-gamma inhibits interleukin-8 production by human polymorphonuclear leucocytes,” Immunology, vol. 78, no. 2, pp. 177–184, 1993.
	S. Nozell, T. Laver, K. Patel, and E. N. Benveniste, “Mechanism of IFN-β-mediated inhibition of IL-8 gene expression in astroglioma cells,” Journal of Immunology, vol. 177, no. 2, pp. 822–830, 2006.
	M. Rotondi, F. Coperchini, R. Sideri et al., “Type I and type II interferons inhibit both basal and tumor necrosis factor-α-induced CXCL8 secretion in primary cultures of human thyrocytes,” Journal of Interferon and Cytokine Research, vol. 33, no. 9, pp. 508–513, 2013.
	M. Rotondi, L. Chiovato, S. Romagnani, M. Serio, and P. Romagnani, “Role of chemokines in endocrine autoimmune diseases,” Endocrine Reviews, vol. 28, no. 5, pp. 492–520, 2007.
	I. Ruffilli, S. M. Ferrari, M. Colaci, C. Ferri, P. Fallahi, and A. Antonelli, “IP-10 in autoimmune thyroiditis,” Hormone and Metabolic Research, vol. 46, no. 9, pp. 597–602, 2014.
	M. Rotondi and L. Chiovato, “The chemokine system as a therapeutic target in autoimmune thyroid diseases: a focus on the interferon-γ inducible chemokines and their receptor,” Current Pharmaceutical Design, vol. 17, no. 29, pp. 3202–3216, 2011.
	F. Coperchini, P. Pignatti, A. Carbone et al., “TNF-α increases the membrane expression of the chemokine receptor CCR6 in thyroid tumor cells, but not in normal thyrocytes: potential role in the metastatic spread of thyroid cancer,” Tumor Biology, vol. 37, no. 4, pp. 5569–5575, 2016.
	C. A. Di Buduo, F. Moccia, M. Battiston et al., “The importance of calcium in the regulation of megakaryocyte function,” Haematologica, vol. 99, no. 4, pp. 769–778, 2014.
	F. Coperchini, P. Pignatti, P. Leporati et al., “Normal human thyroid cells, BCPAP, and TPC-1 thyroid tumor cell lines display different profile in both basal and TNF-α-induced CXCL8 secretion,” Endocrine, 2015.
	C. Crescioli, L. Cosmi, E. Borgogni et al., “Methimazole inhibits CXC chemokine ligand 10 secretion in human thyrocytes,” Journal of Endocrinology, vol. 195, no. 1, pp. 145–155, 2007.
	A. Lombardi, G. Cantini, T. Mello et al., “Molecular mechanisms underlying the pro-inflammatory synergistic effect of tumor necrosis factor α and interferon γ in human microvascular endothelium,” European Journal of Cell Biology, vol. 88, no. 12, pp. 731–742, 2009.
	M. Rotondi, F. Coperchini, P. Pignatti et al., “Interferon-γ and tumor necrosis factor-α sustain secretion of specific CXC chemokines in human thyrocytes: a first step toward a differentiation between autoimmune and tumor-related inflammation?” Journal of Clinical Endocrinology and Metabolism, vol. 98, no. 1, pp. 308–313, 2013.
	A. Rot, E. Hub, J. Middleton et al., “Some aspects of IL-8 pathophysiology III: chemokine interaction with endothelial cells,” Journal of Leukocyte Biology, vol. 59, no. 1, pp. 39–44, 1996.


EPUB/Navigation/nav.xhtml


		

			

		  1. Introduction

		  2. Materials and Methods

		  3. Results

		  4. Discussion

		  References 





EPUB/Content/page-template.xpgt
 

   


     
	 
    

     
	 
    


     
	 
    


     
         
             
             
             
        
    

  




