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Introduction

Cardiovascular disease (CVD) is the leading cause of mortality globally [1]. Within Europe, 
45% of all mortality is caused by CVD [2]. Mortalities related to CVD include myocardial 
infarction and ischemic stroke. The major risk factor for CVD is dyslipidemia. However, be-
havioral factors and co-morbidities related to CVD such as the metabolic syndrome are also 
contributing to the risk of CVD events [3,4]. Although reducing behavioral risk factors such as 
reducing smoking and increasing physical exercise in patients is challenging, the progress in 
government funded life-style interventions is projected to induce a halt to the ever increasing 
incidence of CVD in patients [3]. However the increasing incidence of type 2 diabetes (T2D) 
and increasing body mass index (BMI), counteract these trends [1]. Current pharmacological 
intervention focusses on lipid lowering via statin treatment. Unfortunately, statins reduce the 
CVD-associated mortality burden with only 25% [5]. Identifying novel targets for therapeutic 
application is thus essential to reduce the residual risk present in current and future patients. 
We pre-selected potential targets based on a combination of genetic, transcriptomic and pro-
teomic approaches in cardiovascular and metabolic disease. In this thesis, we validated these 
putative targets in a preclinical setting.

Putative targets in cardiovascular and metabolic disease

Stabilin-1 as a putative therapeutic target
To generate specific and efficient novel therapeutic strategies, the understanding of the ma-
jor underling pathology of CVD, atherosclerosis, is of key importance. Atherosclerosis is a 
pathological condition of the arteries which develops over time. A complex interplay between 
dyslipidemia and chronic inflammation results in the development of atherosclerotic lesions 
in medium and large-sized arteries [6]. One of the hallmarks of atherosclerosis is the accu-
mulation of modified lipids in the arterial wall. Macrophages in the vessel wall become foam 
cells by the excessive uptake of modified lipids from the environment [7]. Scavenger receptors 
present on macrophages facilitate the uptake of lipids and subsequently mediate foam cell 
formation [8]. We have selected the scavenger receptor Stabilin-1 (Stab-1) as a putative thera-
peutic target for validation based on differential expression during development of murine 
atherosclerotic lesions and ex vivo foam cells. Furthermore, genetic variations were identified 
in the Stab-1 gene in a family with premature atherosclerosis (J.C. van Capelleveen, G.M. 
Dallinga-Thie and K.G. Hovingh, AMC Amsterdam, unpublished data). In Chapter 2, we 
investigated the effect of Stab-1 in macrophages on atherosclerotic lesion formation in mice. 
Interestingly, the absence of Stab-1 did not affect in vivo foam cell formation. In line, ath-
erosclerosis susceptibility was not affected. Thus, despite that the genetic and transcriptomic 
data suggested a possible role for Stab-1 in the pathogenesis of atherosclerosis, we could not 
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validate this in our murine model for the disease. This discrepancy could be a consequence of 
the approach to identifying the target or it could be intrinsic to the in vivo functioning of the 
target. When dealing with microarray data it is important to be aware of the high false positive 
rates which arise from the multiple statistical testing. The field of bioinformatics is trying to 
keep up with the developments in genetic tools in order to correctly analyze and interpret the 
large datasets [9]. The development of novel computational models for analyzing microarray 
data will help reduce the false positive rates in the future [9,10]. From a biological point of 
view, it is important to note that functional redundancy has been shown for other macrophage 
scavenger receptors, i.e. SR-A1 and CD36. As such, the effects of deficiency of one or more 
macrophage scavenger receptors on atherosclerosis development in murine models remains 
controversial [11]. Moreover, this functional redundancy forms a challenge to employing the 
downregulation of scavenger receptors as a therapeutic approach.

Proteoglycan 4 as a putative therapeutic target
An example showing that genetic and proteomic association studies are able to predict cau-
sality is proteoglycan 4 (Prg4). We found a marked induction of Prg4 expression in initial 
atherosclerotic lesion formation in mice, based on which we selected this proteoglycan as 
a putative therapeutic target for validation in our murine models for atherosclerosis. Inter-
estingly, in a family with premature atherosclerosis, variations were found in the Prg4 gene 
associating with the disease (J.C. van Capelleveen, G.M. Dallinga-Thie and K.G. Hovingh, 
AMC Amsterdam, unpublished data). Proteoglycans are macromolecules involved in the 
retention of modified lipoproteins in the arterial wall and the interaction of lipoproteins with 
cells [12,13]. In Chapter 3, the role of Prg4 in foam cell formation, cholesterol efflux and 
atherosclerosis was investigated in mice. We found that Prg4 deficiency in macrophages leads 
to increased susceptibility to foam cell formation as compared to wild-type (WT) cells. The 
foam cell reducing effect of macrophage Prg4 seems to depend on a positive impact of the 
protein on cellular cholesterol efflux. The detrimental effects of macrophage Prg4 deficiency 
on macrophage cholesterol efflux were observed not only in the presence of HDL and ApoA1, 
likely as a consequence of reduced SR-BI and ABCA1 expression, but also in the absence 
of added extracellular acceptors. An endogenously produced cholesterol acceptor is ApoE 
[14]. Notably, Lucas and colleagues showed that a substantial fraction of ApoE produced by 
macrophages is sequestered in an extra cellular network of proteoglycans [15]. Furthermore, 
this extracellular ApoE pool facilitates the efflux of sterols from macrophages in the pres-
ence and absence of an added acceptor [16]. It could be proposed that Prg4 is involved in 
these processes and thereby influences macrophage cholesterol efflux. However, it should 
be noted that the effect sizes of macrophage-specific Prg4 deficiency on foam cell formation 
and cholesterol efflux were small and atherosclerotic lesion development was not affected 
in this model. We observed additional minor effects of Prg4 on macrophage inflammatory 
response. Based on these pleiotropic effects of Prg4 and the fact that Prg4 is an ubiquitously 
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expressed and secreted proteoglycan, we anticipated that the quantitative contribution of bone 
marrow-derived Prg4 to the total serum Prg4 levels is minimal. This led us to the hypothesis 
that the overall availability of Prg4 in the serum rather than the source of Prg4 production is 
the determining factor in atherosclerotic lesion formation. In line, total-body Prg4 deficiency 
does affect atherosclerotic lesion susceptibility in mice (as described in Chapter 4), although 
the underlying mechanisms remain to be elucidated. These combined observations highlight 
the complexity of studying atherosclerosis, as the development of atherosclerotic lesions is the 
result of both local disease mechanisms and systemic disturbances.
The processes involved in CVD and metabolic syndrome are intimately linked. This is high-
lighted by the fact that Prg4 is also positively associated with increased weight, increased dys-
lipidemia and increased HOMA-IR in obese human subjects [17–19]. In Chapter 5 we showed 
that under obesogenic and diabetic circumstances, Prg4 KO mice develop lower plasma lipids, 
significantly better glucose handling tolerance as well as a strong trend towards an improved 
HOMA-IR score. This mirrored the associations found in humans, highlighting a potential 
translational value of this target. One of the characteristic diseases associated with metabolic 
syndrome is the accumulation of triglycerides in the liver, termed hepatic steatosis [20]. There 
is a strong association found between insulin resistance and hepatic steatosis suggesting that 
hepatic steatosis is a consequence of disturbed insulin regulation [21,22]. Moreover, insulin 
resistance is suggested to be a causal factor in white adipose tissue inflammation [23]. In our 
experiments we showed that Prg4 deficient mice had improved glucose handling, decreased 
hepatic steatosis and decreased adipose tissue inflammation. These independent effects could 
be mediated via separate processes. However, it can also be proposed that the improved insu-
lin handling is a common causal pathway. The underlying mechanisms showing a causal role 
for Prg4 in insulin resistance are yet unknown.
In summary, throughout our experiments we found pleiotropic effects of Prg4 deficiency 
in multiple tissues. Our data in total body Prg4 deficient mice highlight the complexity of 
studying the impact of an ubiquitously expressed, secreted factor with pleiotropic effects 
in the context of cardiovascular and metabolic disease. Furthermore, until the underlying 
function(s) of Prg4 are elucidated, Prg4 remains a precarious therapeutic target. In addition, 
although Prg4 deficiency alleviates metabolic syndrome, it aggravates atherosclerosis. It 
would therefore be valuable to further validate the cardiovascular disease susceptibility and 
underlying mechanisms in a combined atherosclerosis / metabolic syndrome mouse model.

Protein arginine methyl transferase 3 as a putative therapeutic target
Protein arginine methyl transferase 3 (PRMT3) was selected as a potential therapeutic target 
based on differential expression upon macrophage foam cell induction. Moreover, its pres-
ence and transcriptional regulation was validated in developing atherosclerotic lesions in 
mice using a microarray. Upon literature review, we also found that PRMT3 interacts with 
Liver X Receptor (LXR), modulating its activity as a cofactor for LXR-mediated transcrip-
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tion [24]. Since LXR is a well-defined target in both cardiovascular and metabolic disease 
[25], we investigated the effects of PRMT3 inhibition in the context of cardiovascular and 
metabolic disease in Chapter 7. LXR is a transcription factor that stimulates macrophage 
cholesterol efflux via upregulation of the ATP-binding cassette transporters A1 and G1. There-
fore, LXR agonists are widely investigated as potential therapeutic agents for the treatment of 
cholesterol-driven diseases such as atherosclerosis [26,27]. However, LXR also regulates de 
novo hepatic lipogenesis via activation of the transcription factor sterol regulatory element-
binding protein 1c (SREBP-1c) [28–30]. As a result, LXR nuclear receptor activation by the 
use of LXR agonists leads to unwanted hepatic steatosis [31,32]. This steatotic effect of LXR 
agonism has hampered the development of LXR agonists for clinical use in humans. In our 
experiments, the hyperlipidemic ApoE KO mouse model which is commonly used as a model 
for studying atherosclerosis, developed hepatic steatosis upon challenge with a Western-type 
diet. PRMT3 inhibition abrogated this hepatic steatosis, without affecting atherosclerosis 
susceptibility. This research suggests that inhibition of PRMT3 can uncouple the LXR-driven 
lipogenic effect and cholesterol modulating effect. In Chapter 6 we furthermore showed that 
the reduction of the hepatic steatosis is a direct effect of the PRMT3 inhibitor on LXR tran-
scriptional activity in the liver. More specifically, we showed that C57Bl/6 mice treated with 
the PRMT3 inhibitor were protected from the development of hepatic steatosis by blunting 
the upregulation of the LXR-target genes involved in hepatic lipogenesis. This is in line with 
other studies implicating a role for LXR in hepatic steatosis [33]. However, more research is 
needed to completely uncover the underlying mechanisms of hepatic steatosis and the role 
of PRMT3 in this process. Since hepatic steatosis is a risk factor for cardiovascular disease 
independent of the other classical risk factors associated with the metabolic syndrome [34], 
PRMT3 inhibition and LXR function are valuable topics for future research. Moreover, LXR is 
also highly expressed in white adipose tissue and a local role for LXR in adipocyte lipogenesis 
has been suggested [35]. Stimulating adipocytes with a LXR agonist, increases adipocyte 
lipid accumulation [36]. In our experiments described in Chapter 7, inhibition of PRMT3 
resulted in resistance to body weight gain. The adipocytes in these mice tended to be smaller 
with a decreased lipid content. This suggests that LXR in white adipose tissue metabolism 
could also be modulated using the PRMT3 inhibitor. So, from the data described in Chapter 
6 and 7 we can conclude that PRMT3 inhibition in combination with LXR stimulation could 
be a valuable therapeutic approach to overcome the development of hepatic steatosis in the 
context of effective LXR-mediated lowering of atherosclerosis burden. Moreover, the PRMT3 
inhibition-induced resistance to body weight gain could be a supplementary beneficial effect 
of this novel therapeutic strategy.
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Future perspectives

In this thesis we validated putative targets for cardiovascular and metabolic disease in murine 
models (summarized in figure 1). Selection of the targets was based on genetics, transcrip-
tomics and/or proteomics combined with literature research in both humans and mice. Upon 
validation, only one of the targets affected the primary outcome according to the original 
hypothesis. This clearly indicates that there is room for improvement in the selection of 
putative therapeutic targets for validation. Originally, the majority of target finding strategies 
using genetic approaches relied on identifying families with pronounced disease burden [37]. 
Genetic analysis of families has led to the discovery of many genes for Mendelian diseases 
and traits [38]. Although identifying genes in more complex diseases such as cardiovascu-
lar disease provides challenges using this approach, solid progress has been made, greatly 
advancing the field of cardiovascular disease. The latest successes were made when gain of 
function mutations in the proprotein convertase subtilisin/kexin type 9 (PCSK9) were shown 
to be associated with augmented LDL cholesterol levels and increased cardiovascular risk in 
a French family with autosomal dominant hypercholesterolemia [39]. This initial finding has 

Body weight gain

Prg4 KO

PRMT3 inhibition

Stab-1 KO

Atherosclerosis

Prg4 KO

PRMT3 inhibition

Stab-1 KO

Hepatic steatosis

Prg4 KO

PRMT3 inhibition

Stab-1 KO

Dyslipidemia

Prg4 KO
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Figure 1. Summary of the targets covered in this thesis and their effects in cardiovascular and metabolic 
disease. Although the different pathological processes are interlinked, it is a combination of these interac-
tions and local processes determining the disease outcome. WAT: White adipose tissue, n.d.: not determined. 
Adapted from Magge et al., Pediatrics 2017
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been rapidly translated into a functional therapeutic strategy, where PCSK9 inhibition is ap-
plied to effectively lowering LDL levels in patients [40].
Advances in genotyping technology has made it possible to screen large genetic datasets for 
associations of single nucleotide polymorphisms (SNPs) with disease outcome in so-called 
genome wide association studies (GWAS). This results in a vastly growing output of SNPs 
showing associations with cardiovascular outcome [41]. To date, close to 10.000 strong as-
sociations between genetic variants and complex disease traits have been identified [42]. 
Despite their potential, the variants identified thus far only account for less than 10% of the 
heritable risk. In order to effectively select putative targets, novel integrated approaches such 
as systems biology and systems medicine are imperative. These kinds of network analyses 
use pathway information and data from multiple measurement platforms, tissues and species 
[43]. This allows scientists to more closely model the complex, multi-layered disease taking 
environmental factors as well as multiple physiological systems into account. Moreover, to 
gain more insight in the disease processes and especially in the more complex traits, research-
ers are now also focusing on coincident associations [44]. These are the overlapping targets 
from GWAS studies in multifactorial diseases. This latter approach reduces the amounts of 
hits to be validated in disease models for complex diseases such as cardiovascular diseases and 
increases the potential relevance of the investigated genes. In another, more pharmaceutical-
driven approach, the most promising candidate targets from genetic association studies can be 
selected by cross-referencing the GWAS candidate genes with a list of genes encoding drugs 
and druggable targets (the so called “druggable genome”) [45].
Despite this rise in in silico and computational modeling in target identification and selection, 
preclinical validation of putative targets in vivo remains important. Target validation can be 
divided in multiple levels of credibility, depending on the complexity and the disease rel-
evance of the model used for validation [46]. Therefore, testing novel targets in cardiovascular 
and metabolic disease is preferentially executed in models representing a metabolic syndrome 
phenotype in combination with cardiovascular disease. The targets described in this thesis 
were all validated in murine models for disease. Although we found promising effects of these 
targets on disease outcome in our research, it is important to note that only one third of all 
animal based research is translated to human randomized trials [47]. Therefore care must be 
taken when directly translating these results to a human setting. In recent years, progress has 
been made to humanize models for validation of potential therapeutic targets. In an organ-
on-a-chip model, cellular interactions as well as the physiological environment of specific 
tissues such as the white adipose tissue and the arterial wall can be mimicked [48,49]. Despite 
the major advancements in these in vitro and ex vivo models, the pathological processes in 
the cardiovascular disease and metabolic disorders are not fully understood, which limits the 
accuracy of models outside of an complex organism. So, until alternatives are developed com-
bining the complexity of a whole organism with human physiological characteristics, animal 
models remain the best option for target validation.
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In this thesis, we discussed the importance of the interactions of cardiovascular disease and 
metabolic disease. Many of the characteristics of these multifactorial diseases overlap. Our data 
on Prg4 as a potential target confirms this, showing effects of Prg4 both on atherosclerosis and 
metabolic syndrome. Large groups of patients using statins are still at risk for cardiovascular 
events [50,51]. This ‘residual risk’ should be addressed by additional treatment. Ideally, life-
style intervention therapy would reduce the risk factors associated with both cardiovascular 
disease and metabolic syndrome. However, the effects of intensive lifestyle intervention on 
cardiovascular disease outcome are disappointing [52]. Alternatively, it would be interesting 
to use combination treatment of lipid lowering drugs such as statins with drugs increasing 
metabolic health pharmacologically. Combination therapy of the statin atorvastatin and the 
anti-diabetic drug metformin showed an additional reduction of atherosclerosis burden in a 
rabbit model for cardiovascular disease [53]. In addition, the perspective of target finding in 
cardiovascular disease could be broadened to include targets affecting both cardiovascular as 
well as metabolic syndrome. An example of such a target is the adipose tissue-derived hormone 
adiponectin [54]. Due to its anti-inflammatory, antioxidant, anti-atherogenic, pro-angiogenic, 
vasoprotective and insulin-sensitizing properties, adiponectin is proposed as a therapeutic 
target in cardiovascular and metabolic disease [55]. Interestingly, obesity and related patholo-
gies decrease the endogenous adiponectin production [56], providing a practical therapeutic 
approach by increasing the levels of this adipokine. However, further validation of this target 
and its use in cardiovascular and metabolic disease is needed.
In conclusion, with the studies presented in this thesis we investigated the potential of 3 
putative novel therapeutic targets, including Stab-1, Prg4, and Prmt3 in cardiovascular and 
metabolic disease. The results (1) highlight the complexity of both multifactorial diseases 
and potential overlapping mechanisms and (2) suggest that a more integrative approach in 
cardiovascular and metabolic disease research could be beneficial for therapeutic target iden-
tification and validation.

9Universiteit Leiden | General discussion and future perspectives



References

	 [1]	 Benjamin, E.J., Blaha, M.J., Chiuve, S.E., Cushman, M., 2017. Heart Disease and Stroke Statistics—2017 
Update. vol. 135.

	 [2]	 Wilkens, E., Wickramasinghe, K., Bhatnagar, P., Leal, J., Luengo-Fernandez, R., Burns, R., et al., 2017. 
European Cardiovascular Disease Statistics 2017. European Heart Network, Brussels.

	 [3]	 Huffman, M.D., Capewell, S., Ning, H., Shay, C.M., Ford, E.S., Lloyd-Jones, D.M., 2012. Cardiovascular 
Health Behavior and Health Factor Changes (1988 –2008) and Projections to 2020: Results From the 
National Health and Nutrition Examination Surveys. Circulation 125(22): 2595–602, Doi: 10.1037/
a0018493.Understanding.

	 [4]	 Galassi, A., Reynolds, K., He, J., 2006. Metabolic Syndrome and Risk of Cardiovascular Disease: A 
Meta-Analysis. American Journal of Medicine 119(10): 812–9, Doi: 10.1016/j.amjmed.2006.02.031.

	 [5]	 Kones, R., 2011. Primary prevention of coronary heart disease: integration of new data, evolving views, 
revised goals, and role of rosuvastatin in management. A comprehensive survey. Drug Design, Develop-
ment and Therapy 5: 325–80, Doi: 10.2147/DDDT.S14934.

	 [6]	 Ross, R., 1999. Atherosclerosis--an inflammatory disease. The New England Journal of Medicine 
340(2): 115–26, Doi: 10.1056/NEJM199901143400207.

	 [7]	 Moore, K.J., Tabas, I., 2011. The Cellular Biology of Macrophages in Atherosclerosis. Cell 145(3): 
341–55, Doi: 10.1016/j.cell.2011.04.005.

	 [8]	 Moore, K.J., Sheedy, F.J., Fisher, E. a., 2013. Macrophages in atherosclerosis: a dynamic balance. Nature 
Reviews. Immunology 13(10): 709–21, Doi: 10.1038/nri3520.

	 [9]	 Pawitan, Y., Michiels, S., Koscielny, S., Gusnanto, A., Ploner, A., 2005. False discovery rate, sensitivity 
and sample size for microarray studies. Bioinformatics 21(13): 3017–24, Doi: 10.1093/bioinformatics/
bti448.

	[10]	 Dudoit, S., Yang, Y.H., Callow, M.J., Speed, T.P., 2002. Statistical methods for identifying differen-
tially expressed genes in replicated cDNA microarray experiments. Stat. Sinica 12: 111–39, Doi: 
10.1.1.117.9702.

	[11]	 Moore, K.J., Freeman, M.W., 2006. Scavenger receptors in atherosclerosis: Beyond lipid uptake. Arterio-
sclerosis, Thrombosis, and Vascular Biology 26(8): 1702–11, Doi: 10.1161/01.ATV.0000229218.97976.43.

	[12]	 Ji, Z.S., Brecht, W.J., Miranda, R.D., Hussain, M.M., Innerarity, T.L., Mahley, R.W., 1993. Role of hepa-
ran sulfate proteoglycans in the binding and uptake of apolipoprotein E-enriched remnant lipoproteins 
by cultured cells. Journal of Biological Chemistry 268(14): 10160–7.

	[13]	 Madonna, R., Caterina, R. De., 2014. Potential roles of vessel wall heparan sulfate proteoglycans in 
atherosclerosis. Vascular Pharmacology 62(3): 120–2, Doi: 10.1016/j.vph.2014.05.002.

	[14]	 Mazzone, T., 1996. Apolipoprotein E secretion by macrophages: its potential physiological functions. 
Curr Opin Lipidol. 7(5): 303–7.

	[15]	 Lucas, M., Mazzone, T., 1996. Cell surface proteoglycans modulate net synthesis and secretion of 
macrophage apolipoprotein E. Journal of Biological Chemistry 271(23): 13454–60, Doi: 10.1074/
jbc.271.23.13454.

	[16]	 Lin, C.-Y., Huang, Z.H., Mazzone, T., 2001. Interaction with proteoglycans enhances the sterol ef-
flux produced by endogenous expression of macrophage apoE. The Journal of Lipid Research 42(7): 
1125–33.

10 Universiteit Leiden | General discussion and future perspectives



	[17]	 Geyer, P.E., Wewer Albrechtsen, N.J., Tyanova, S., Grassl, N., Iepsen, E.W., Lundgren, J., et al., 2016. 
Proteomics reveals the effects of sustained weight loss on the human plasma proteome. Molecular 
Systems Biology 12(12): 901, Doi: 10.15252/msb.20167357.

	[18]	 Oller Moreno, S., Cominetti, O., Núñez Galindo, A., Irincheeva, I., Corthésy, J., Astrup, A., et al., 2018. 
The differential plasma proteome of obese and overweight individuals undergoing a nutritional weight 
loss and maintenance intervention. Proteomics - Clinical Applications 12(1): 1–11, Doi: 10.1002/
prca.201600150.

	[19]	 Ortega, F.J., Mercader, J.M., Moreno-Navarrete, J.M., Nonell, L., Puigdecanet, E., Rodriquez-Hermosa, 
J.I., et al., 2015. Surgery-induced weight loss is associated with the downregulation of genes targeted by 
MicroRNAs in adipose tissue. Journal of Clinical Endocrinology and Metabolism 100(11): E1467–76, 
Doi: 10.1210/jc.2015-2357.

	[20]	 Den Boer, M., Voshol, P.J., Kuipers, F., Havekes, L.M., Romijn, J.A., 2004. Hepatic Steatosis: A Mediator 
of the Metabolic Syndrome. Lessons from Animal Models. Arteriosclerosis, Thrombosis, and Vascular 
Biology 24(4): 644–9, Doi: 10.1161/01.ATV.0000116217.57583.6e.

	[21]	 Cömert, B., Mas, M.R., Erdem, H., Dinc, A., Saglamkaya, U., Cigerim, M., et al., 2001. Insulin resistance 
in non-alcoholic steatohepatitis. Digest Liver Dis 33(1): 353–8.

	[22]	 Sanyal, A.J., Campbell-Sargent, C., Mirshahi, F., Rizzo, W.B., Contos, M.J., Sterling, R.K., et al., 2001. 
Nonalcoholic steatohepatitis: Association of insulin resistance and mitochondrial abnormalities. Gas-
troenterology 120(5): 1183–92, Doi: 10.1053/gast.2001.23256.

	[23]	 Shimobayashi, M., Albert, V., Woelnerhanssen, B., Frei, I.C., Weissenberger, D., Meyer-Gerspach, A.C., 
et al., 2018. Insulin resistance causes inflammation in adipose tissue. Journal of Clinical Investigation 
128(4): 1538–50, Doi: 10.1172/JCI96139.

	[24]	 Kim, D., Park, M., Lim, S., Park, J., Yoon, K., Han, H., et al., 2015. PRMT3 Regulates Hepatic Lipogen-
esis Through Direct Interaction With LXRa. Diabetes 64(January): 60–71, Doi: 10.2337/db13-1394.

	[25]	 Geyeregger, R., Zeyda, M., Stulnig, T.M., 2006. Liver X receptors in cardiovascular and metabolic 
disease. Cellular and Molecular Life Sciences 63(5): 524–39, Doi: 10.1007/s00018-005-5398-3.

	[26]	 Komati, R., Spadoni, D., Zheng, S., Sridhar, J., Riley, K.E., Wang, G., 2017. Ligands of Therapeutic Utility 
for the Liver X Receptors. Molecules 2(2): 1–24, Doi: 10.3390/molecules22010088.

	[27]	 Viennois, E., Mouzat, K., Dufour, J., Morel, L., Lobaccaro, J., Baron, S., 2012. Molecular and Cellular 
Endocrinology Selective liver X receptor modulators ( SLiMs ): What use in human health ? Molecular 
and Cellular Endocrinology 351(2): 129–41, Doi: 10.1016/j.mce.2011.08.036.

	[28]	 Joseph, S.B., Laffitte, B.A., Patel, P.H., Watson, M.A., Matsukuma, K.E., Walczak, R., et al., 2002. Direct 
and indirect mechanisms for regulation of fatty acid synthase gene expression by liver X receptors. 
Journal of Biological Chemistry 277(13): 11019–25, Doi: 10.1074/jbc.M111041200.

	[29]	 Talukdar, S., Hillgartner, F.B., 2006. The mechanism mediating the activation of acetyl- coenzyme A 
carboxylase- a gene transcription by the liver X receptor agonist T0-901317. Journal of Hepatology 47, 
Doi: 10.1194/jlr.M600276-JLR200.

	[30]	 Cha, J.Y., Repa, J.J., 2007. The Liver X Receptor (LXR) and hepatic lipogenesis: The carbohydrate-
response element-binding protein is a target gene of LXR. Journal of Biological Chemistry 282(1): 
743–51, Doi: 10.1074/jbc.M605023200.

	[31]	 Schultz, J.R., Tu, H., Luk, A., Repa, J.J., Medina, J.C., Li, L., et al., 2000. Role of LXRs in control of 
lipogenesis. Genes and Development: 2831–8, Doi: 10.1101/gad.850400.On.

11Universiteit Leiden | General discussion and future perspectives



	[32]	 Grefhorst, A., Elzinga, B.M., Voshol, P.J., Plo, T., Kok, T., Bloks, V.W., et al., 2002. Stimulation of 
Lipogenesis by Pharmacological Activation of the Liver X Receptor Leads to Production of Large , 
Triglyceride-rich Very Low Density Lipoprotein Particles *. The Journal of Biological Chemistry 
277(37): 34182–90, Doi: 10.1074/jbc.M204887200.

	[33]	 Postic, C., Girard, J., 2008. Contribution of de nove fatty acid synthesis to hepatic steatosis and insulin 
resistance: lessons from genetically engineered mice. Journal of Clinical Investigation 118(3): 829–38, 
Doi: 10.1172/JCI34275.

	[34]	 Targher, G., Marra, F., Marchesini, G., 2008. Increased risk of cardiovascular disease in non-alcoholic 
fatty liver disease: Causal effect or epiphenomenon? Diabetologia 51(11): 1947–53, Doi: 10.1007/
s00125-008-1135-4.

	[35]	 Repa, J.J., Mangelsdorf, D.J., 2000. The role of orphan nuclear receptors in the regulation of cholesterol 
homeostasis. Annu. Rev. Cell Dev. Biol. 16: 459–81.

	[36]	 Juvet, L.K., Andresen, S.M., Schuster, G.U., Dalen, K.T., Tobin, K.A.R., Hollung, K., et al., 2003. On 
the Role of Liver X Receptors in Lipid Accumulation in Adipocytes. Molecular Endocrinology 17(2): 
172–82, Doi: 10.1210/me.2001-0210.

	[37]	 Utermann, G., Hoppichler, F., Dieplinger, H., Seed, M., Thompson, G., Boerwinkle, E., 1989. Defects in 
the low density lipoprotein receptor gene affect lipoprotein (a) levels: multiplicative interaction of two 
gene loci associated with premature atherosclerosis. Proc.Natl.Acad.Sci.U.S.A 86(0027–8424): 4171–4, 
Doi: 10.1073/pnas.86.11.4171.

	[38]	 Botstein, D., Risch, N., 2003. Discovering genotypes underlying human phenotypes: Past successes 
for mendelian disease, future approaches for complex disease. Nature Genetics 33(3S): 228–37, Doi: 
10.1038/ng1090.

	[39]	 Abifadel, M., Varret, M., Rabès, J.P., Allard, D., Ouguerram, K., Devillers, M., et al., 2003. Mutations in 
PCSK9 cause autosomal dominant hypercholesterolemia. Nature Genetics 34(2): 154–6, Doi: 10.1038/
ng1161.

	[40]	 El Khoury, P., Elbitar, S., Ghaleb, Y., Khalil, Y.A., Varret, M., Boileau, C., et al., 2017. PCSK9 Mutations 
in Familial Hypercholesterolemia: from a Groundbreaking Discovery to Anti-PCSK9 Therapies. Cur-
rent Atherosclerosis Reports 19(12), Doi: 10.1007/s11883-017-0684-8.

	[41]	 Kessler, T., Vilne, B., Schunkert, H., 2016. The impact of genome-wide association studies on the 
pathophysiology and therapy of cardiovascular disease. EMBO Mol Med 8(7): 688–701, Doi: 10.15252/
emmm.

	[42]	 Visscher, P.M., Wray, N.R., Zhang, Q., Sklar, P., McCarthy, M.I., Brown, M.A., et al., 2017. 10 Years of 
GWAS Discovery: Biology, Function, and Translation. American Journal of Human Genetics 101(1): 
5–22, Doi: 10.1016/j.ajhg.2017.06.005.

	[43]	 Ramsey, S.A., Gold, E.S., Aderem, A., 2010. A systems biology approach to understanding atherosclero-
sis. EMBO Molecular Medicine 2(3): 79–89, Doi: 10.1002/emmm.201000063.

	[44]	 Floris, M., Olla, S., Schlessinger, D., Cucca, F., 2018. Genetic-Driven Druggable Target Identification 
and Validation. Trends in Genetics 34(7): 558–70, Doi: 10.1016/j.tig.2018.04.004.

	[45]	 Finan, C., Gaulton, A., Kruger, F.A., Lumbers, R.T., Shah, T., Engmann, J., et al., 2017. The druggable 
genome and support for target identification and validation in drug development. Science Translational 
Medicine 9(383): 1–40, Doi: 10.1126/scitranslmed.aag1166.

12 Universiteit Leiden | General discussion and future perspectives



	[46]	 Drews, J., 2000. Drug Discovery: A Historical Perspective. Science 287(March): 1960–4, Doi: 10.1126/
science.287.5460.1960.

	[47]	 Hackman, D.G., 2006. Translation of Research Evidence From Animals to Humans. JAMA 296(14): 
1731–2.

	[48]	 Venugopal Menon, N., Tay, H.M., Pang, K.T., Dalan, R., Wong, S.C., Wang, X., et al., 2018. A tunable 
microfluidic 3D stenosis model to study leukocyte-endothelial interactions in atherosclerosis. APL 
Bioengineering 2(1): 16103, Doi: 10.1063/1.4993762.

	[49]	 Loskill, P., Sezhian, T., Tharp, K., Lee-montiel, F.T., Reese, W.M., Zushin, P.H., et al., 2017. WAT-on-a-
chip: A physiologically relevant microfluidic system incorporating white adipose tissue Peter. Lab Chip. 
17(9): 1645–54, Doi: 10.1039/c6lc01590e.WAT-on-a-chip.

	[50]	 Kataoka, Y., St. John, J., Wolski, K., Uno, K., Puri, R., Tuzcu, E.M., et al., 2015. Atheroma progression 
in hyporesponders to statin therapy. Arteriosclerosis, Thrombosis, and Vascular Biology 35(4): 990–5, 
Doi: 10.1161/ATVBAHA.114.304477.

	[51]	 Waters, D.D., Brotons, C., Chiang, C.W., Ferrières, J., Foody, J., Jukema, J.W., et al., 2009. Lipid treat-
ment assessment project 2: A multinational survey to evaluate the proportion of patients achieving 
low-density lipoprotein cholesterol goals. Circulation 120(1): 28–34, Doi: 10.1161/CIRCULA-
TIONAHA.108.838466.

	[52]	 Alpert, W., Hospital, M., 2013. Cardiovascular Effects of Intensive Lifestyle Intervention in Type 2 
Diabetes. New England Journal of Medicine 369(2): 145–54, Doi: 10.1056/NEJMoa1212914.

	[53]	 Luo, F., Guo, Y., Ruan, G.Y., Long, J.K., Zheng, X.L., Xia, Q., et al., 2017. Combined use of metformin 
and atorvastatin attenuates atherosclerosis in rabbits fed a high-cholesterol diet. Scientific Reports 7(1): 
1–10, Doi: 10.1038/s41598-017-02080-w.

	[54]	 Yamauchi, T., Kamon, J., Waki, H., Terauchi, Y., Kubota, N., Hara, K., et al., 2001. The fat-derived 
hormone adiponectin reverses insulin resistance associated with both lipoatrophy and obesity. Nature 
Medicine 7(8): 941–6, Doi: 10.1038/90984.

	[55]	 Katsiki, N., Mantzoros, C., Mikhailidis, D.P., 2017. Adiponectin, lipids and atherosclerosis. Current 
Opinion in Lipidology 28(4): 347–54, Doi: 10.1097/MOL.0000000000000431.

	[56]	 Hu, E., Liang, P., Spiegelman, B.M., 1996. AdipoQ is a novel adipose-specific gene dysregulated in 
obesity. Journal of Biological Chemistry 271(18): 10697–703, Doi: 10.1074/jbc.271.18.10697.

13Universiteit Leiden | General discussion and future perspectives


