
  

 

  

 

Supplementary Figure Legends: 

 

Supplementary Figure 1. (A) Dot plot showing the identification by cell cytometry of the three 

major monocyte subsets by their expression of CD14 and CD16 contained within the 

CD11+CD33+ population. (B) Dot plot showing the correlation between DNA methylation 

values obtained with Illumina EPIC microarray (beta values) and DNA methylation values 

measured by bisulfite pyrosequencing. (C) Chromatin states enrichment analysis for the two 

differentially methylated sets based on ChromHMM monocyte published data from Roadmap 

Epigenomics Project. (D) Significantly enriched transcription factors (TF) in motif enrichment 

analysis with HOMER tool on hypermethylated CpGs. A 500-bp region centered around the 

CpG sites was used in the analysis. Relative fold enrichment, FDR and TF family are shown. (E) 

Comparative frequency of each monocyte subpopulation in health and RA, determined by flow 

cytometry. Intermediate (CD14++CD16+) monocyte subpopulation is expanded in RA patients 

(n=6). (F) Analysis of DNA methylation of the three monocyte subpopulations. Boxplots 

showing DNA methylation levels of two selected CpGs from the previously identified CpG sites 

in Figure 1D, measured by pyrosequencing. 

 

Supplementary Figure 2. (A) Box plots depicting normalized DNA methylation of CpGs 

identified by Spearman correlation test between ESR and DNA methylation. Low ESR (< 20 

mm/hr) and high ESR (>= 20mm/hr) are represented as separate boxplots. Unsupervised healthy 

donor normalized values for the same CpGs are shown in the same representation. (B) Box plots 

depicting normalized DNA methylation of CpGs identified by Spearman correlation test between 

CRP and DNA methylation. Low CRP (< 1 mg/L) and high CRP (>= 1 mg/L) are represented as 

separate boxplots. Unsupervised healthy donor normalized values for the same CpGs are shown 

in the same representation. (A) (C) PCA plot displaying sample clusters of healthy donors (HD), 

remission RA patients (RM) and higher activity RA patients (HA). 95% confidence intervals are 

also represented surrounding each category and showing a higher overlap between HD and 

remission group of samples. (D) Boxplots representing beta values of Hyper.HA and Hypo.HA 

CpGs in Mok A. et al. cohort data. (E) Barplots depicting DNA methylation differences between 

activity and remission patients at the previously identified DMR in CYP2E1 locus by Mok A. et 

Supplementary material Ann Rheum Dis

 doi: 10.1136/annrheumdis-2019-215355–12.:1 0 2019;Ann Rheum Dis, et al. Rodríguez-Ubreva J



2 

 

al. Top barplot refers to Mok A. et al. cohort and bottom barplot refers to the discovery cohort in 

this study. (F) Boxplots showing methylation values of surrounding CpGs of some of the 

positions included in Figure 2C, measured by bisulfite pyrosequencing. (G) Boxplot representing 

beta values of Hyper.HA and Hypo.HA CpGs in Kular et al. MS cohort data (MS: multiple 

sclerosis, HC: healthy controls, RR-MS: relapsing-remitting MS patients, SP-MS: secondary-

progressive MS patients). 

 

Supp. Figure 3. (A) DNA methylation heatmap of CD15-CD33+CD11b+ cells isolated from 

PBMCs stimulated in vitro with TNFg, IFNg and IFNけ. The heatmap includes all CpG-

containing probes displaying significant methylation changes in the comparison of control with 

the different cytokine treatments (p-value < 0.001 and differential of beta-value > 0.15). (B) Box 

plots showing normalized average methylation levels of all CpG-containing probes displaying 

significant methylation changes (p-value < 0.05) and that recapitulate the dynamic of hyper.HA 

and hypo.HA CpG sites (CpG-containing probes displaying a significant Spearman correlation 

with DAS28 score). 
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