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Fibroblast growth factor 21 inhibits atherosclerosis in apoE−/− mice by ameliorating Fas-mediated apoptosis
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Abstract
Background
FGF21 is a critical endogenous regulator in energy homeostasis and systemic glucose and lipid metabolism. Despite intensive study of the metabolic functions of FGF21, its important role in heart disease needs further exploration. Apoptosis induced by ox-LDL in vascular endothelial cells is an important step in the progress of atherosclerosis.

Methods
The effects of FGF21 treatment on apoptosis induced by ox-LDL were tested in HUVECs. The role of FGF21 in atherosclerosis was studied by evaluating its function in apolipoprotein E double knockout (apoE−/−) mice.

Results
We found that apoptosis in HUVECs was alleviated by FGF21 treatment. The effects of FGF21 were independent of the ERK1/2 pathway and were mediated through inhibition of the Fas signaling pathway. FGF21 suppressed the development of atherosclerosis, and the administration of FGF21 ameliorated Fas-mediated apoptosis in apoE−/− mice.

Conclusion
FGF21 protects against apoptosis in HUVECs by suppressing the expression of Fas; furthermore, FGF21 alleviated atherosclerosis by ameliorating Fas-mediated apoptosis in apoE−/− mice.
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Background
FGF21 has multiple metabolic functions that occur predominantly in the liver [1] and is a key factor in regulating energy homeostasis and insulin sensitivity [2, 3]. Regulation of lipid and glucose metabolic functions by FGF21 has been reported [4]. FGF21-deficient mice show slightly impaired glucose homeostasis, and when they are raised on a ketogenic diet, they develop hepatosteatosis and obvious impairments in glucose control and ketogenesis [5]. Human recombinant FGF21 has been used to promote glucose incorporation into adipocytes [6], and physiologically, FGF21 has an impact on the metabolic state of starvation, including fatty acid oxidation [7, 8]. Pharmacologically, recombinant FGF21 as a therapeutic intervention was reported to reduce obesity, as well as adiposity, hyperglycemia, and hyperinsulinemia, in both rodents and nonhuman primates [9, 10].
Recently, it was demonstrated that the levels of FGF21 in circulation are promoted in CHD [11] and that FGF21 could attenuate pathological heart remodeling in myocardial infarction [12]. Basic on those studies, FGF21 was suggested to be related to arteriosclerosis, but the effect of FGF21 is still not clear in atherosclerosis, an inflammatory disease that is related to metabolic disorders. Preliminary clinical studies reported that serum FGF21 levels were increased in patients with atherosclerosis and in patients with a high risk of atherosclerosis [13].
Whether the beneficial effects of FGF21 on lipid metabolism are enough to protect against atherosclerosis has not been investigated. Thus, we explored whether FGF21 was involved in the pathogenesis of atherosclerosis in apoE−/− mice. It has been reported that the chronic administration of FGF21 improved HDL cholesterol levels and reduced LDL cholesterol levels in rhesus monkeys and humans with diabetes and obesity [14, 15]. LDL cholesterol particles are transferred to the endoplasmic reticulum, and prolonged ER stress induces apoptosis, which is related to atherosclerotic plaques in apoE-deficient mice [16]. In addition, ox-LDL leads to ER stress-induced death through Fas activation [17]; however, FGF21 in apoE−/− mice reduced ER stress-induced apoptosis [18].
In this study, we investigated the role of FGF21 in suppressing the progression of atherosclerosis, and we tested the hypothesis that FGF21 could inhibit Fas-mediated apoptosis in apoE−/− mice.

Methods
Cell culture
Human umbilical vein endothelial cells (HUVECs) were cultured in M199 medium with 15% FBS and 2 mM L-glutamine. HUVECs were treated with 25 μg/ml ox-LDL and 500 ng/ml human recombinant FGF21 (Sigma-Aldrich, MO, USA).

Animals and ethics statement
ApoE−/− mice on a C57BL6 genetic background and wild-type mice as controls were used. They were fed a high-fat diet with 45% fat, 20% protein, and 35% carbohydrate. They were maintained on a 12 h light/12 h dark cycle at room temperature and had free access to water. Eight-week-old apoE−/− mice were fed a high-fat diet for 12 weeks, and some were intraperitoneally injected with recombinant mouse FGF21 (1.0 mg/kg) or saline daily for 8 weeks.
This study was approved by The Affiliated Suzhou Hospital of Nanjing Medical University Animal Care and Use Committee and conducted in accordance with the “Guide for the Care and Use of Laboratory Animals” set forth by the Jiangsu Province Government.

Ox-LDL preparation
Ox-LDL, which is highly oxidized LDL, was purchased from Shanghai Jingke Chemical Technology Co., LTD, Shanghai, China. According to the manufacturer, this ox-LDL is extensively oxidized with Cu2SO4 (oxidant) in PBS at 37 °C and is used to induce cell apoptosis/death and injury.

FGF21 measurement
Serum levels of FGF21 were measured with a commercially available enzyme-linked immunosorbent assay according to the manufacturer’s instructions (BioVendor, Modrice, Czech Republic).

siRNA transfection
HUVECs were transfected by Lipofectamine 2000 transfection reagent (Invitrogen, CA) with specific siRNA oligomers against Erk1/2 (100 nM). After transfection for 50 h, the cells were pretreated with FGF21 for 6 h and then treated with ox-LDL (25 μg/ml) for 36 h. Western blotting was used to validate Erk1/2 silencing.

Western blot
HUVECs were lysed in RIPA buffer, and the lysates were subjected to SDS-PAGE and then transferred to a PVDF membrane. Anti-Fas (rabbit polyclonal IgG), anti-FADD (rabbit polyclonal IgG), anti-GAPDH (mouse monoclonal IgG1 FL rabbit GAPDH) and anti-β-actin (mouse monoclonal IgG) antibodies were used at dilutions of 1:1000, 1:1000, 1:1500 and 1:2000, respectively. A horseradish peroxidase-conjugated secondary antibody was used, and the membrane was detected.

Apoptosis assay
For the flow cytometry analyses, HUVEC suspensions were stained with annexin V-FITC and propidium iodide (Annexin V Apoptosis Detection Kit FITC, eBioscience). Data were collected on a FACScan cytometer (Aria, BD, USA) and analyzed using CellQuest software.
HUVEC apoptosis was also determined by a Caspase-3/FLICE Colorimetric Protease Assay (Invitrogen). HUVECs were added to a protein lysis buffer, and caspase-3 activity was assessed by measuring the released pNA at OD 405 nm using a spectrophotometric plate reader (Bio-Rad).

Immunohistochemistry (IHC) staining
Tissue samples were fixed with 4% paraformaldehyde for more than 12 h, embedded in OCT reagent paraffin, and then cut into 15 μm sections for hematoxylin and eosin (HE) staining. For immunostaining of activated FGF21 in OCT samples, a rabbit antibody against FGF21 (Santa Cruz, CA) at a dilution of 1:50 was used.

Statistics
All experiments were repeated at least three times. Data were presented as the mean ± SD. Differences among groups of 3 or more were assessed with one-way ANOVA and post hoc testing. Percentage and Proportions are analyzed by non-parametric tests. P values less than 0.05 were considered to indicate statistical significance.


Results
FGF21 inhibits HUVEC apoptosis induced by ox-LDL
Apoptosis is important in the process of atherosclerosis, and thus, whether FGF21 inhibits HUVEC apoptosis was explored. Apoptosis in HUVECs treated with ox-LDL increased significantly as demonstrated by the flow cytometric analysis results (Fig. 1a). Consistent with the flow cytometric data, apoptosis in HUVECs increased significantly as measured by caspase-3 activity (Fig. 1b). When HUVECs were incubated with FGF21, apoptosis induced by ox-LDL intake in these cells was reduced significantly (Fig. 1a, b). These results suggest that FGF21 inhibits HUVEC apoptosis.[image: A12944_2018_846_Fig1_HTML.png]
Fig. 1FGF21 protected against ox-LDL-induced HUVEC apoptosis. After pretreatment with 500 ng/ml FGF21 for 6 h, HUVECs were incubated with 25 μg/ml ox-LDL for 36 h. a Apoptosis was detected by flow cytometry in HUVECs incubated with ox-LDL with or without FGF21. b Apoptosis was detected by using a caspase-3 activity kit for HUVECs incubated with ox-LDL with or without FGF21. ***p < 0.001, **p < 0.01 vs. Con; ##p < 0.01, #p < 0.05 vs. ox-LDL





FGF21 inhibits apoptosis independent of the ERK pathway
The ERK signaling pathway has an important effect on FGF21 function [19, 20]. To explore whether HUVEC apoptosis affected by FGF21 was dependent on ERK signaling, HUVECs were incubated with different concentrations of FGF21 (500 ng/ml and 1000 ng/ml). The protein expression of p-ERK1/2, ERK1/2 and p-ERK/ERK was not increased significantly in the FGF21-treated groups, which indicated that FGF21 had no obvious impact on the ERK signaling pathway in HUVECs (Fig. 2a). To further investigate whether the inhibitory role of FGF21 in apoptosis of HUVECs was dependent on the ERK pathway, ERK1/2 was selectively knocked down in HUVECs by siRNAs, and a p-ERK1/2 inhibitor (PD98059) was used to inhibit protein expression. The western blot results demonstrated that ERK1/2 expression was reduced significantly in si-ERK1/2-transfected HUVECs (Fig. 2b). Compared to the ox-LDL-incubated cells, FGF21 reversed apoptosis in Con and si-ERK1/2-transfected cells (Fig. 2c). However, the knockdown of ERK1/2 did not influence apoptosis in HUVECs. Furthermore, to analyze whether the ERK1/2 signaling pathway is involved or not, HUVECs were incubated with PD98059. The ERK1/2 signaling pathway was hindered because of the reduced p-ERK1/2 expression induced by the addition of PD98059 (Additional file 1: Figure S1). However, apoptosis in the cells remained unchanged compared to that in the Con group whether incubated with FGF21 or not (Fig. 2d). These results reveal that the effect of FGF21 in HUVECs is not dependent on the ERK signaling pathway.[image: A12944_2018_846_Fig2_HTML.png]
Fig. 2The effect of FGF21 in HUVECs is independent on the ERK signaling pathway. a Phosphorylated ERK1/2 levels were measured and quantified by western blotting HUVECs treated with FGF21 (500 ng/ml or 1000 ng/ml) for 36 h. b The efficiency of ERK1/2 was detected in HUVECs transfected with siRNA knock down of ERK1/2. c The caspase-3 activity was measured in HUVECs treated with ox-LDL with or without FGF21 and with siRNA knockdown of ERK1/2 (d) or by p-ERK1/2 inhibitor. *p < 0.05 vs. ox-LDL, N.S: no significance





FGF21 inhibits ox-LDL-induced Fas expression
The apoptosis of HUVECs has been thought to activate extrinsic apoptotic pathways, so we examined the death receptor Fas and the specific adaptor molecule FADD, which are considered as key players in the process of apoptosis. Interestingly, after FGF21 treatment, the protein levels of Fas and FADD induced by ox-LDL in HUVECs were decreased dramatically. As shown by our data, FGF21 dramatically suppressed ox-LDL-induced Fas and FADD expression (Fig. 3).[image: A12944_2018_846_Fig3_HTML.png]
Fig. 3The effect of FGF21 on apoptosis is dependent on the Fas signaling pathway in HUVECs. After pretreatment with 500 ng/ml FGF21 for 6 h, HUVECs were incubated with 25 μg/ml ox-LDL for 36 h. a Fas protein levels in HUVECs incubated with ox-LDL with or without FGF21 were measured by western blotting. b FADD protein levels in HUVECs incubated with ox-LDL with or without FGF21 were measured by western blotting. **p < 0.01 vs. Con, #p < 0.05 vs. ox-LDL





FGF21 inhibits atherosclerosis by ameliorating Fas-mediated apoptosis in apoE−/− mice
Dramatically increased FGF21 levels have been reported in atherosclerosis patients in some clinical studies [11, 13]. Consistent with these data, we found that circulating levels of FGF21 as well as protein expression levels in the heart were correspondingly upregulated in apoE−/− mice with the progression of atherosclerosis (Fig. 4a, c). To further study the effect of FGF21 on atherosclerosis, apoE−/− mice fed the high-fat diet were treated with FGF21, and atherosclerosis in these mice was found to be significantly ameliorated by FGF21 treatment as shown by HE staining of the aorta (Fig. 4b). These results suggest that FGF21 could suppress the development of atherosclerosis in apoE−/− mice.[image: A12944_2018_846_Fig4_HTML.png]
Fig. 4FGF21 attenuated the progress of atherosclerosis. a The level of serum FGF21 increased in the apoE−/− mice compared with C57BL6 mice as measured by ELISA. **p < 0.01 vs. C57BL6. b The expression of FGF21 in the aortic root region of the heart increased in apoE−/− mice compared with that in C57BL6 mice assessed by IHC analyses (n = 6). **p < 0.01 vs. C57BL6. c FGF21 reversed the smooth muscle arrangement disorder and thickening and the plaque formation in atherosclerosis of apoE−/− mouse hearts detected by HE staining (n = 6)




To further study whether FGF21 inhibits atherosclerosis via ameliorating Fas-mediated apoptosis in apoE−/− mice, we measured the mRNA and protein expression of Fas and FADD in the apoE−/− mice and apoE−/− mice treated with FGF21. The data showed that the mRNA and protein expression of Fas in FGF21-treated apoE−/− mice was dramatically decreased compared with that of the control group (Fig. 5a and c). Similarly, the mRNA and protein expression levels of FADD were suppressed in apoE−/− mice treated with FGF21 (Fig. 5b and d). Taken together, these results show that FGF21 alleviated the progression of atherosclerosis by suppressing Fas-mediated apoptosis in apoE−/− mice.[image: A12944_2018_846_Fig5_HTML.png]
Fig. 5The effect of FGF21 on apoptosis is dependent on the Fas signaling pathway in apoE−/− mice. a, b Fas and FADD mRNA relative expression was measured and quantified in the aortic root region of hearts from apoE−/− mice treated with or without FGF21. c, d Fas and FADD protein levels in the aortic root region of hearts from apoE−/− mice treated with or without FGF21 were measured and quantified by western blotting. ***p < 0.001, **p < 0.01 vs. C57BL6 mice; ###p < 0.001, #p < 0.05 vs. apoE−/− mice






Discussion
FGF21, a hormone-like factor, has been found to be a metabolic regulator and a new direction for the treatment of diabetes and cardiovascular disease [21, 22]. Despite intensive study of the metabolic functions of FGF21, its important role in atherosclerosis needs further exploration.
Our results show that FGF21 could protect HUVECs against ox-LDL-induced apoptosis and provide evidence that FGF21 hinders the exacerbation of atherosclerosis in apoE−/− mice, revealing that FGF21 is a metabolic disorder regulator for cardiovascular disease. Consequently, elevated circulating FGF21 levels may represent a feedback defense mechanism of the body in response to vascular damage in rodents with atherosclerosis. In support of this idea, several studies reported that elevated serum FGF21 levels have been associated with the presence of CHD and carotid artery plaques in patients [11, 15, 23]. Consistent with these studies, we showed that elevated FGF21 acts as an effective compensatory mechanism to prevent endotoxin-induced apoptosis. Moreover, another study reported that when cardiac microvascular endothelial cells were treated with ox-LDL, the level of FGF21 was elevated, and cell apoptosis was decreased [24]. The research proposes that in the cardiovascular system, FGF21 acts as an endogenous protective factor to improve endothelial function during the early stages of atherosclerosis, which is consistent with our results. Thus, these studies demonstrate that the influence of FGF21 on endothelial cells is indirect, mediated partly through the Fas signaling pathway.
FGF21 is shown to be protective against obesity and atherosclerosis. We used an in vitro and in vivo approach to study the role of FGF21 in the progression of atherosclerosis-associated apoptosis. Major findings of this work include the observation that FGF21 treatment reduces ox-LDL-induced apoptosis, and this process is not dependent on ERK. Most interestingly, we demonstrated that FGF21 treatment reduced the expression of Fas and FADD in both ox-LDL-treated HUVECs and apoE−/− mouse aortic tissue. We speculate that FGF21 prevents atherosclerosis through a mechanism that involves reducing Fas/FADD-mediated apoptosis in endothelial cells. This work is a nice extension of the study recently published by Lin et al., who reported that FGF21 protects against atherosclerosis by modulating adiponectin and SREBP2 levels [25]. Our work provides new insight into an additional mechanism by which FGF21 can prevent atherosclerosis. Furthermore, Xi Wu et al. [18] have reported a cardioprotective effect of FGF21, which is consistent with our results. In their study, the protection against atherosclerosis by FGF21 might be in part due to its inhibitory effects on ER stress-mediated apoptosis, and this mechanism of FGF21 is different from that found in our results. We found that the protective effect of FGF21 against atherosclerosis might be due to its inhibitory effects on Fas/FADD-mediated apoptosis. Furthermore, Xi Wu et al. used apoE−/− mice as their models, and we used not only apoE−/− mice but also an ox-LDL-induced HUVEC apoptosis model to study the signaling pathway.
Dyslipidemia, particularly elevated and oxidized LDL cholesterol concentrations, is an important contributor to the formation of atherosclerotic plaques [26]. Many statins, clinical cholesterol-lowering drugs, have been applied to decrease the risk of hypercholesterolemia, atherosclerosis and CHD. The elevated FGF21 expression in apoE−/− mice suggests that endogenous FGF21 is a physiological inhibitor of cholesterol. FGF21 was demonstrated to counteract the injury induced by elevated and oxidized LDL cholesterol concentrations in rodents [9] and patients with type 2 diabetes [27]. Consistent with these pharmacological results, we found that administration of FGF21 to apoE−/− mice inhibits the further aggravation of ox-LDL-induced Fas signaling apoptosis. In addition, FGF21 also increases HDL, which is known to be an anti-atherosclerotic molecule [28, 29]. Therefore, our current study provides the possibility that FGF21 may be effective for the prevention and treatment of atherosclerosis.
There are several limitations. Although the data demonstrated the function of FGF21 via the suppression of Fas expression in the heart, the signaling pathway that links apoptosis with its other receptors needs further investigation. Our observations are solely based on HUVECs and apoE−/− mice treated with FGF21 and remain to be confirmed in FGF21-deficient animals and clinical studies.

Conclusions
In summary, we described the effect of FGF21 in suppressing apoptosis induced by ox-LDL in HUVECs and the progression of atherosclerosis. In addition, apoptosis in HUVECs was induced by FGF21 incubation, and while the influence of FGF21 was independent of ERK1/2 signaling, it was found to occur through the inhibition of Fas expression in apoE−/− mice. These results provide important evidence for the role of FGF21 in the development of arteriosclerosis and provide a potential target for atherosclerosis treatment and prevention.

Acknowledgements
We thank American Journal Experts for providing professional English language editing service.
Funding
This work was supported by grants from Suzhou Science and Technology Project (SYSD2016153).

Availability of data and materials
Please contact corresponding author for reasonable data requests.


Authors’ contributions
YXX and ZQ were responsible for the study design, data collection and manuscript writing. GZS was responsible for data analysis and manuscript writing. LY and WY contributed to supervision of the study and data collection. ZJY and XGD were responsible for manuscript revision and coordination of the study. All authors read and approved the final version of this manuscript.

Ethics approval and consent to participate
Not applicable.

Consent for publication
We declare that 1) the manuscript, or part of it, neither has been published nor is currently under consideration for publication by any other journal. 2) We agree to submit our manuscript to Lipids in Health and Disease.

Competing interests
The authors declare that they have no competing interests.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in published maps and institutional affiliations.


[image: Creative Commons]Open AccessThis article is distributed under the terms of the Creative Commons Attribution 4.0 International License (http://​creativecommons.​org/​licenses/​by/​4.​0/​), which permits unrestricted use, distribution, and reproduction in any medium, provided you give appropriate credit to the original author(s) and the source, provide a link to the Creative Commons license, and indicate if changes were made. The Creative Commons Public Domain Dedication waiver (http://​creativecommons.​org/​publicdomain/​zero/​1.​0/​) applies to the data made available in this article, unless otherwise stated.

References
1.
Kharitonenkov A, Shiyanova TL, Koester A, Ford AM, Micanovic R, Galbreath EJ, Sandusky GE, Hammond LJ, Moyers JS, Owens RA, Gromada J, Brozinick JT, Hawkins ED, Wroblewski VJ, Li DS, Mehrbod F, Jaskunas SR, Shanafelt AB. FGF-21 as a novel metabolic regulator. J Clin Invest. 2005;115:1627–35.CrossrefPubMedPubMedCentral

2.
Alonge KM, Meares GP, Hillgartner FB. Glucagon and Insulin Cooperatively Stimulate Fibroblast Growth Factor 21 Gene Transcription by Increasing the Expression of Activating Transcription Factor 4. J Biol Chem. 2017;292(13):5239–52.CrossrefPubMedPubMedCentral

3.
Brahma MK, Adam RC, Pollak NM, Jaeger D, Zierler KA, Pöcher N, Schreiber R, Romauch M, Moustafa T, Eder S, Ruelicke T, Preiss-Landl K, Lass A, Zechner R, Haemmerle G. Fibroblast growth factor 21 is induced upon cardiac stress and alters cardiac lipid homeostasis. J Lipid Res. 2014;55(11):2229–41.CrossrefPubMedPubMedCentral

4.
So WY, Leung PS. Fibroblast Growth Factor 21 As an Emerging Therapeutic Target for Type 2 Diabetes Mellitus. Med Res Rev. 2016;36(4):672–704.CrossrefPubMed

5.
Badman MK, Koester A, Flier JS, Kharitonenkov A, Maratos-Flier E. Fibroblast growth factor 21-deficient mice demonstrate impaired adaptation to ketosis. Endocrinology. 2009;150(11):4931–40.CrossrefPubMedPubMedCentral

6.
BonDurant LD, Ameka M, Naber MC, Markan KR, Idiga SO, Acevedo MR, Walsh SA, Ornitz DM, Matthew J. Potthoff.FGF21 Regulates Metabolism ThroughAdipose-Dependent and -Independent Mechanisms. Cell Metab. 2017;25(4):935–944.e4.CrossrefPubMedPubMedCentral

7.
Potthoff MJ, Inagaki T, Satapati S, Ding X, He T, Goetz R, Mohammadi M, Finck BN, Mangelsdorf DJ, Kliewer SA, Burgess SC. FGF21 induces PGC-1alpha and regulates carbohydrate and fatty acid metabolism during the adaptive starvation response. Proc Natl Acad Sci U S A. 2009;106(26):10853–8.CrossrefPubMedPubMedCentral

8.
Yu L, Wong K, Walsh K, Gao B, Zang M. Retinoic Acid Receptor β Stimulates Hepatic Induction of Fibroblast Growth Factor 21 to Promote Fatty Acid Oxidation and Control Whole-body Energy Homeostasis in Mice. J Biol Chem. 2013;288(15):10490–504.Crossref

9.
Wanders D, Forney LA, Stone KP, Burk DH, Pierse A, Gettys TW. FGF21 Mediates the Thermogenic and Insulin-Sensitizing Effects of Dietary Methionine Restriction but Not Its Effects on Hepatic Lipid Metabolism. Diabetes. 2017;66(4):858–67.CrossrefPubMedPubMedCentral

10.
Adams AC, Coskun T, Cheng CC, Farrell LSO, Dubois SL, Kharitonenkov A. Fibroblast growth factor 21 is not required for the antidiabetic actions of the thiazoladinediones. Mol Metab. 2013;2(3):205–14.CrossrefPubMedPubMedCentral

11.
Lin Z, Wu Z, Yin X, Liu Y, Yan X, Lin S, Xiao J, Wang X, Feng W, Li X. Serum levels of FGF-21 are increased in coronary heart disease patients and are independently associated with adverse lipid profile. PLoS One. 2010;5(12):e15534.CrossrefPubMedPubMedCentral

12.
Joki Y, Ohashi K, Yuasa D, Shibata R, Ito M, Matsuo K, Kambara T, Uemura Y, Hayakawa S, Hiramatsu-Ito M, Kanemura N, Ogawa H, Daida H, Murohara T, Ouchi N. FGF21 attenuates pathological myocardial remodeling following myocardial infarction through the adiponectin-dependent mechanism. Biochem Biophys Res Commun. 2015;459(1):124–30.CrossrefPubMed

13.
Yang X, Liu L, Xu A, Zhou P, Long Z, Yiting T, Chen X, Tang W, Huang G, Zhou Z. Serum fibroblast growth factor 21 levels are related to subclinical atherosclerosis in patients with type 2 diabetes. Cardiovasc Diabetol. 2015;14:72.Crossref

14.
Talukdar S, Zhou Y, Li D, Rossulek M, Dong J, Somayaji V, Weng Y, Clark R, Lanba A, Owen B, Brenner M, Trimmer JK, Gropp KE, Chabot JR, Erion DM, Rolph T, Goodwin B, Calle R. A long-acting FGF21 molecule, PF-05231023, decreases body weight and improves lipid profile in non-human Primates and type 2 diabetic subjects. Cell Metab. 2016;23(3):427–40.CrossrefPubMed

15.
Lee CH, Woo YC, Chow WS, Cheung CYY, Fong CHY, Yuen MMA, Xu A, Tse HF, Lam KSL. Role of Circulating Fibroblast Growth Factor 21 Measurement in Primary Prevention of Coronary Heart Disease Among Chinese Patients With Type 2 Diabetes Mellitus. J Am Heart Assoc. 2017;6(6):e005344.CrossrefPubMedPubMedCentral

16.
Zhou J, Lhotak S, Hilditch BA, Austin RC. Activation of the unfolded protein response occurs at all stages of atherosclerotic lesion development in apolipoprotein E-deficient mice. Circulation. 2005;111(14):1814–21.CrossrefPubMed

17.
Ozcan L, Tabas I. Pivotal role of calcium/calmodulin-dependent protein kinase II in ER stress-induced apoptosis. Cell Cycle. 2010;9(2):223–4.CrossrefPubMedPubMedCentral

18.
Wu X, Qi YF, Chang JR, Lu WW, Zhang JS, Wang SP, Cheng SJ, Zhang M, Fan Q, Lv Y, Zhu H, Xin MK, Lv Y, Liu JH. Possible role of fibroblast growth factor 21 on atherosclerosisvia amelioration of endoplasmic reticulum stress-mediated apoptosis in apoE(-/-) mice. Heart Vessel. 2015;30(5):657–68.Crossref

19.
Fisher FM, Kleiner S, Douris N, Fox EC, Mepani RJ, Verdeguer F, Wu J, Kharitonenkov A, Flier JS, Maratos-Flier E, Spiegelman BM. FGF21 regulates PGC-1alpha and browning of white adipose tissues in adaptive thermogenesis. Genes Dev. 2012;26(3):271–81.CrossrefPubMedPubMedCentral

20.
Lu P, Yan J, Liu K, Garbacz WG, Wang P, Xu M, Ma X, Xie W. Activation of aryl hydrocarbon receptor dissociates fatty liver from insulin resistance by inducing fibroblast growth factor 21. Hepatology. 2015;61(6):1908–19.CrossrefPubMedPubMedCentral

21.
So WY, Cheng Q, Chen L, Evans-Molina C, Xu A, Lam KSL, Leung PS. High Glucose Represses β-Klotho Expression and Impairs Fibroblast Growth Factor 21 Action in Mouse Pancreatic Islets: Involvement of Peroxisome Proliferator–Activated Receptor γ Signaling. Diabetes. 2013;62(11):3751–9.CrossrefPubMedPubMedCentral

22.
Domouzoglou EM, Naka KK, Vlahos AP, Papafaklis MI, Michalis LK, Tsatsoulis A, Maratos-Flier E. Fibroblast growth factors in cardiovascular disease: The emerging role of FGF21. Am J Physiol Heart Circ Physiol. 2015;309(6):H1029–38.CrossrefPubMedPubMedCentral

23.
Li E, Wang T, Wang F, Wang T, Sun LQ, Li L, Niu SH, Zhang JY. FGF21 protects against ox-LDL induced apoptosis through suppressing CHOP expression in THP1 macrophage derived foam cells. BMC Cardiovasc Disord. 2015;15:80.CrossrefPubMedPubMedCentral

24.
Lü Y, Liu JH, Zhang LK, DU J, Zeng XJ, Hao G, Huang J, Zhao DH, Wang GZ, Zhang YC. Fibroblast growth factor 21 as a possible endogenous factor inhibits apoptosis in cardiacendothelial cells. Chin Med J. 2010;123(23):3417–21.PubMed

25.
Lin Z, Pan X, Wu F, Ye D, Zhang Y, Wang Y, Jin L, Lian Q, Huang Y, Ding H, Triggle C, Wang K, Li X, Xu A. Fibroblast Growth Factor 21 Prevents Atherosclerosis by Suppression of Hepatic Sterol Regulatory Element-Binding Protein-2 and Induction of Adiponectin in Mice. Circulation. 2015;131(21):1861–71.CrossrefPubMedPubMedCentral

26.
Kämmerer I, Ringseis R, Eder K. Feeding a thermally oxidised fat inhibits atherosclerotic plaque formation in the aortic root of LDLreceptor-deficient mice. Br J Nutr. 2011;105(2):190–9.CrossrefPubMed

27.
Gaich G, Chien JY, Fu H, Glass LC, Deeg MA, Holland WL, Kharitonenkov A, Bumol T, Schilske HK, Moller DE. The effects of LY2405319, an FGF21 analog, in obese human subjects with type 2 diabetes. Cell Metab. 2013;18:333–40.CrossrefPubMed

28.
Badimón JJ, Santos-Gallego CG, Badimón L. Importance of HDL cholesterol in atherothrombosis: how did we get here? Where are we going? Rev Esp Cardiol. 2010;63(Suppl 2):20–35.CrossrefPubMed

29.
Santos-Gallego CG, Badimon JJ, Rosenson RS. Beginning to understand high-density lipoproteins. Endocrinol Metab Clin N Am. 2014;43(4):913–47.Crossref




OEBPS/sidebar.gif





OEBPS/cc-by.png
() _®





OEBPS/A12944_2018_846_Fig2_HTML.png
1

P-Erk1/2

Erk1/2

B -actin

2 3

1: Con 2:FGF21 500ng/ml 3:FGF21 1000ng/ml

p-Erk1/2 /B -actin

p-Erk1/2 /Erk1/2

N

Con

500
FGF21 (ng/m)

1000

Con

500
FGF21 (ng/ml)

1000

Con si-Erk1/2
- — Erk1/2
B-actin
C 1 con
Il si-Erk1/2
2.5 *
1
;‘; 2.04
8 NS
o 1.51 A
@
(2]
2 1.04
7]
©
© 05
0.
ox-LDL ox-LDL+FGF21
D Con
25 N W PD98059
|
g 2.0
© NS
® 15 —
&
(2]
210
7]
©
©os
0.0
ox-LDL ox-LDL+FGF21





OEBPS/A12944_2018_846_Fig4_HTML.png
b

g

g

FGF21 serum level (pg/mb)
- N

o

& & C57B6

FGF21 positive area (%)

8 58 83 8 8

apoE-/-

apoE-/- +
FGF21






OEBPS/contact.gif





OEBPS/A12944_2018_846_Fig5_HTML.png
¥ \&.
O,
v,
e
i
[ %
TR S
J
[ 9,
Q
<
L «.o
© < ] o
uojssaidxa aAnejal aav4
M
S ¢
W
0,
v,
X g %
()
%

— T T
© © < ~N o

uoissaldxa aAne|al sed

<

I 9,

[}
Y
i)

+ FGF21

C57B6 apoE-/- apoE-/-

FADD

GAPDH

+FGF21
—

C57B6 apoE-/- apoE-/-
| —

Fas

GAPDH | s

Y
oo‘x
S @o
* LR e N %
*| o 9
e 0Qo
- 9
(5
<
%
™ N - o
Hadvo/aav4d
3 Z
R
Qx
%
)
% . %
L \uv
%
9,
(>
Aoo
(] N - o
Hadvo/sed





OEBPS/A12944_2018_846_Fig1_HTML.png
<

*%x%
T

T T T _
o o o o
< ™ ~ =

(%)s|1e2 onoydode

ox-LDL ox-LDL+FGF21

FGF21

Con

*%*

m

L]
-—

(u0Q Jo pioy)
Ananoe ¢-asedsen

ox-1 DL ox-1l DI +FGF21

FGF21

Con





OEBPS/A12944_2018_846_Fig3_HTML.png
A Con ox-LDL ox-LDL+ B Con ox-LDL ox-LDL+
FGF21 FGF21

Fas FADD

GAPDH

*%
24 # 9]
Hr—r 11 —
0 0

Con ox-LDL ox-LDL+FGF21 Con ox-L DL ox-L DL +FGF21

Fas/GAPDH

FADD/GAPDH






