SUPPLEMENTARY TABLES AND FIGURES 

Table and Figure Legends

Table S1. Densitometry analysis of western blot related to Figure 1B. Values represent fold change compared to β-Actin (ACTB).

Table S2. Functional analysis of LXRα target genes in analyzed models. DAVID functional annotation clustering analysis of gene ontology term bioprocess, Kyoto Encyclopedia of Genes and Genomes (KEGG) and Biocarta pathways for each cellular model. All genes were LXR knockdown sensitive with an associated LXRα binding site. Columns indicate the Category (Bioprocess, Kegg pathway and BIOCARTA), the terms, its count and percentage in the target gene list, as well as the P-value, fold enrichment (FE) and false discovery rate (FDR).

Table S3. Functional analysis of LXRα target genes in peak sets. DAVID functional annotation clustering analysis of gene ontology term bioprocess, for each peak set. All genes were LXR knockdown sensitive. Columns indicate the Category Bioprocess, the terms, its count and percentage in the target gene list, as well as the P-value, fold enrichment (FE) and false discovery rate (FDR).

Figure S1 associated to Figure 1. Experimental validation analyses. (A) Overview of experiments. (B) LXRβ western blot. The quality of anti- LXRβ antibody was tested with commercial His-tagged LXRβ Protein and in human keratinocyte whole cell extracts. (C) Oil red O staining of foam cells for verification of successful lipid loading before and after oxLDL treatment. Cells were either stained untreated or loaded with 100 µg/ml oxLDL for 48h. After washeswith PBS cells were stained for 15 minutes with Oil red O. (D) Biological replicate comparison of untreated and T0901317 treated macrophages. Tag counts under the peak intervals were plotted for each biological replicate and correlated with pearson correlation. Visualized is the log10 scale of tag counts. (E) LXRα ChIP-seqencing box plot. Raw tags of each sequencing lane were plotted in Graphpad Prism 5. Significance was determined by multiple comparison of LXRα sequencing lanes and IgG control. x indicates statistically significant, p < 0.05. (F) ChIP-qPCR validation of 21 selected loci ChIP-qPCR fold enrichment of LXRα ChIP over input DNA relative to IgG negative control. Selected primer name and position is depicted on the right. (G) Selection of respective tag alignment tracks of LXRα ChIP-seq. Arrows in tag alignment track represent LXRα binding sites. Numbers under the arrows represent PCR products related to primers in the ChIP-qPCR. (Figure S2 associated to Figure 2. Chromatin openness and examples of LXRα ChIP-seq tag alignments. (A) FAIRE-seq heatmap of all cell models and transcription factor binding site (TFBS) enrichment heatmap extracted from Encode data +/- 1.5 kb from LXRα peak center. FAIRE-seq regions were sorted according to LXRα peak degree of variability, calculated as log2 fold-change between models. (B) Tag alignment tracks of LXRα ChIP-seq of ABCA1 locus of all cell models. Arrows indicate eight LXRα binding sites located up to +136 kb and – 59 kb of the transcription start site. (C) Tag alignment tracks of LXRα ChIP-seq of PBX4 locus of all cell models. 

Figure S3 associated to Figure 3. LXR:RXR motif analysis, peak distribution and gene expression. (A) Distribution of shared peak set DR4 motif occurrences in all three LXRα peak sets. 29% of peaks belong to T0901317 specific peak set, thereof 4% with a DR4 motif. 45% of peaks belong to shared peak set, thereof 9% with a DR4 motif. Foam cell specific peak set had 26% thereof 2% with DR4 motif. (B) Reporter-gene analysis in HEK 293T cells. Plasmids with natural and synthetic LXR response elements were analyzed for changes in reporter gene expression. Visualized is the relative light unit (RLU) fold-change between T0901317-treated and vehicle control-treated cells. Multiple comparison of consensus sharp peak set motif (6) and mutated consensus motifs. n.s. indicates statistically not significant, p > 0.05; x indicates statistically significant, p < 0.05. (C) Enrichment of differentially expressed genes in genomic proximity to LXRα binding sites. Top: Cumulative proportion of genes with LXRα peaks within a given distance from the TSS. A significant higher fraction of LXRα peaks is situated close to down-regulated or up-regulated genes compared to genes that are not responsive upon T0901317 stimulation. This trend was not observed if T0901317 induce LXRα peaks were randomly shuffled on mappable genomic regions on their respective chromosomes. Bottom: results of statistical hypothesis tests for significance estimation of the observed relationship by three statistical hypothesis tests, hypergeometric test, Kolmogorov–Smirnov test (K-S test) and empirical cumulative distribution function (ECDF) based test (Anderson–Darling test).The observed spatial relationship is significant for differentially regulated genes and not significant (n.s.) for not responsive genes indicated by the p-values of the three applied and independent tests.(D) Heatmap of tag enrichment of FAIRE-seq, H3K4me3 and H4K20me1 +/- 5 kb around transcription start sites (TSS) of differentially expressed genes in T0901317 treated macrophages. Genes were sorted into up-regulated and down-regulated genes as compared to vehicle-treated (DMSO) macrophages. (E) Correlation analysis of chromatin state around TSS and differential gene expression. The average of FAIRE-seq enrichment, H3K4me3 and H4K20me +/- 1.5 kb of TSS for each cell model was plotted against differential expression of genes (vs. DMSO macrophage) sorted in 8 quintiles according to the expression fold-change. 

Figure S4 associated to Table S1. LXRα interactions with PPARα signaling in T0901317 treated foam cells. Important genes in regulation of lipid metabolism by peroxisome proliferators activated receptor alpha (PPARα). Shown are following features: boxes are proteins, circles are protein complexes, bold circled boxes show genes with an enriched LXRα binding sites, black lines show interaction, black arrows indicate expression and * indicates LXR knockdown sensitive gene expression. 
Figure S5 associated to Figure 4B. Differential expression of extended APOE/C1/C4/C2 cluster genes compared to foam cell gene expression. (Left) Differential expression of T0901317 treated macrophage vs. foam cell. (Right) Differential expression of T0901317 treated foam cell vs. foam cell (both as log10). Red are up-regulated genes, blue are down-regulated genes. * indicates LXR knockdown sensitive genes. ∆ indicate LXRα binding site near gene. 

Figure S6 associated to Figure 5. IPA top network for T0901317 treatment specific genes in foam cells. (A) Network is associated with functions in carbohydrate metabolism, molecular transport and lipid metabolism. The differential gene expression of knockdown sensitive LXRα target genes upon T0901317 treatment in foam cells compared to untreated foam cells are visualized in red for significantly up-regulated genes and in blue for significantly down-regulated genes. Not significantly regulated gene expression of central proteins is visualized in white. Bold circles represent an enriched LXRα binding site near the gene. (B) Tag alignment tracks of LXRα ChIP-seq of MYLIP, SCD, GBP2 and PIAS4 loci of all cell models.

TABLES

Table S1

	Densitometry (m-fold vs. anti ACTB)
	Macrophage + T0901317
	Macrophage
	Foam cell + T0901317
	Foam cell

	Anti-LXRα
	1.8
	0.1
	3.8
	2.0

	Anti-LXRβ
	0.2
	0.2
	0.1
	0.2

	Anti- RXRα
	1.2
	0.9
	1.4
	1.3


Table S2

	Cell model
	Category
	Term
	Count
	%
	P-value
	FE
	FDR

	Macrophage + T0901317
	Bioprocess
	Fatty acid biosynthetic process
	4
	8.51
	1.74E-03
	16.31
	2.48

	
	Kegg Pathway
	PPAR signaling pathway
	4
	8.51
	3.95E-03
	11.79
	3.83

	
	BIOCARTA
	Nuclear Receptors in Lipid Metabolism and Toxicity
	3
	6.38
	1.97E-02
	11.98
	14.40

	Foam cell           + T0901317
	Bioprocess
	Negative regulation of cholesterol storage
	3
	2.17
	9.11E-04
	62.63
	1.47

	
	Kegg Pathway
	PPAR signaling pathway
	5
	3.62
	5.51E-03
	6.82
	5.67

	
	BIOCARTA
	Mechanism of Gene Regulation by PPARα
	5
	3.62
	2.63E-03
	7.78
	2.32

	
	
	Nuclear Receptors in Lipid Metabolism and Toxicity
	4
	2.90
	1.41E-02
	7.26
	11.89

	Foam cell
	Bioprocess
	Organic acid biosynthetic process
	8
	6.20
	1.31E-04
	7.05
	0.21

	
	
	Regulation of cholesterol storage
	3
	2.33
	2.74E-03
	37.27
	4.33

	
	
	Regulation of apoptosis
	14
	10.85
	5.20E-03
	2.38
	8.07

	
	Kegg Pathway
	Glycine, serine and threonine metabolism
	3
	3.57
	1.59E-02
	14.91
	14.26

	
	BIOCARTA
	Mechanism of Gene Regulation by PPARα
	4
	3.10
	9.98E-03
	8.05
	8.12


Table S3

	Peak set
	Category
	Term
	Count
	%
	P-value
	FE
	FDR

	T0901317 specific peak set
	Bioprocess
	Regulation of cholesterol esterification
	3
	1.4
	4.9E-03
	25.5
	7.9

	
	Bioprocess
	Regulation of nervous system development
	8
	3.6
	1.5E-03
	4.6
	2.5

	
	Bioprocess
	Phospholipid transport
	4
	1.8
	1.2E-02
	8.0
	18.8

	Shared peak set
	Bioprocess
	Defense response
	21
	6.8
	8.2E-04
	2.3
	1.4

	
	Bioprocess
	Fatty acid biosynthetic process
	7
	2.3
	5.0E-03
	4.3
	8.1

	
	Bioprocess
	Response to inorganic substance
	10
	3.3
	9.4E-03
	2.8
	14.8

	
	Bioprocess
	Regulation of foam cell differentiation
	4
	1.3
	1.1E-02
	8.2
	17.0

	Foam cell specific peak set
	Bioprocess
	Skeletal system development
	8
	5.9
	1.1E-03
	4.9
	1.7

	
	Bioprocess
	Glutamine family amino acid metabolic process
	4
	2.9
	7.0E-03
	9.9
	10.7

	
	Bioprocess
	Ras protein signal transduction
	3
	5.3
	3.0E-02
	10.7
	36.4


FIGURES

Figure S1
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Figure S2
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Figure S3
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Figure S4
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Figure S5
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Figure S6
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