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Abstract 

Background: SP140 is a bromodomain-containing protein expressed predominantly in immune cells. Genetic poly-
morphisms and epigenetic modifications in the SP140 locus have been linked to Crohn’s disease (CD), suggesting a 
role in inflammation.

Results: We report the development of the first small molecule SP140 inhibitor (GSK761) and utilize this to eluci-
date SP140 function in macrophages. We show that SP140 is highly expressed in CD mucosal macrophages and in 
in vitro-generated inflammatory macrophages. SP140 inhibition through GSK761 reduced monocyte-to-inflammatory 
macrophage differentiation and lipopolysaccharide (LPS)-induced inflammatory activation, while inducing the gen-
eration of  CD206+ regulatory macrophages that were shown to associate with a therapeutic response to anti-TNF in 
CD patients. SP140 preferentially occupies transcriptional start sites in inflammatory macrophages, with enrichment 
at gene loci encoding pro-inflammatory cytokines/chemokines and inflammatory pathways. GSK761 specifically 
reduces SP140 chromatin binding and thereby expression of SP140-regulated genes. GSK761 inhibits the expression 
of cytokines, including TNF, by  CD14+ macrophages isolated from CD intestinal mucosa.

Conclusions: This study identifies SP140 as a druggable epigenetic therapeutic target for CD.
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Background
Although various therapeutic strategies provide ben-
efit in Crohn’s disease (CD), the unmet need remains 
high with only approximately 30% of patients maintain-
ing long-term remission [1–4]. Intestinal macrophages, 
which arise mainly from blood-derived monocytes, play 
a central role in maintaining gut homeostasis in health, 
but are also implicated as key contributors to CD [5, 6]. 
These opposing activities are linked to the capacity of 
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macrophages to take on different functional properties 
in response to environmental stimuli. Epigenetic pro-
cesses play an important role in the regulation of mac-
rophage polarization/differentiation and gene expression, 
mediated by DNA methylation and histone post-trans-
lational modification [7, 8]. As such, epigenetic mecha-
nisms mediated through the activity of specific histone 
acetylases and deacetylases activity are implicated in CD 
pathogenesis [9–11].

Speckled 140 kDa (SP140) is a nuclear body protein [12, 
13] predominantly expressed in immune cells [14, 15]. 
Genome-wide association studies identified an associa-
tion between single-nucleotide polymorphisms in SP140 
and CD [16] while rare SP140-associated variants have 
been identified in pediatric CD patients [17]. Further, we 
identified two differentially hyper-methylated positions 
at the SP140 locus in blood cells of CD patients [18], sug-
gesting aberrant regulation of its expression. Although 
little is known about how SP140 may be functionally 
linked to CD, a recent study reported that SP140 knock-
down in in  vitro-generated inflammatory macrophages 
results a decrease in levels of pro-inflammatory cytokines 
[10]. Lower expression of SP140 in intestinal biopsies 
was correlated with an improved response to anti-TNF 
therapy in CD patients [10]. Conversely, in biopsies from 
those who showed resistance to anti-TNF therapy, SP140 
was highly expressed [10]. Together, these previous find-
ings suggest a role for SP140 in CD pathogenesis.

SP140 protein harbors both a bromodomain (Brd) and 
a plant homeodomain (PHD) finger [10, 15] as illustrated 
in Fig. S1a. Since Brd and PHD domains are capable of 
binding to histones, this suggests that SP140 might func-
tion as an epigenetic reader. Readers are recruited to 
chromatin possessing specific epigenetic “marks” and 
regulate gene expression through mechanisms that mod-
ulate DNA accessibility to transcription factors (TFs) and 
the transcriptional machinery [19, 20]. Brds are tractable 
to small molecule antagonists, with selective inhibitors of 
several Brd-containing proteins (BCPs) reported [20, 21]. 
Such compounds have helped elucidate the function of 

their BCP targets; for instance, multiple inhibitors target-
ing BRD2, BRD3, and BRD4 have been used to demon-
strate the role of these proteins in selectively regulating 
gene expression in the context of cancer and inflamma-
tion [9, 22, 23]. To date, no inhibitors targeting SP140 
have been reported.

Here, we describe the discovery of the first specific 
SP140 inhibitor and utilize this compound to investi-
gate the functional relevance of SP140 in CD pathogen-
esis, focusing on its role in macrophages. We show that 
SP140 functions as an epigenetic reader in controlling 
the generation of an inflammatory macrophage pheno-
type, and in regulating the expression of pro-inflamma-
tory and CD-associated genes. We show that GSK761 
inhibits SP140 binding to an array of inflammatory genes 
and demonstrate its efficacy in CD colon macrophages 
ex  vivo, presenting evidence for SP140 as a target for 
regulating inflammation in CD. In addition, this study 
suggests that SP140 inhibition may also serve to support 
anti-TNF therapy in non-responder CD patients.

Results
Elevated SP140 expression in inflammatory diseases 
and mucosal macrophages of CD patients
SP140 gene expression in a variety of cells and tissues 
was analyzed using an in-house GSK microarray profiler. 
SP140 was predominantly expressed in blood,  CD8+ and 
 CD4+ T cells, monocytes, and secondary immune organs 
such as lymph node and spleen (Fig. 1a). We then inves-
tigated SP140 expression in white blood cells (WBC) and 
intestinal tissue of IBD patients versus controls. While 
SP140 gene expression in WBC was comparable in IBD 
and healthy controls (Fig.  1b), SP140 gene and protein 
expression were found to be increased in inflamed colonic 
mucosa of both CD and UC patients (Fig.  1c, d). Nota-
bly, an increase in  CD68+SP140+ and HLA-DR+SP140+ 
but not  CD68+SP140− or HLA-DR+SP140− cells was 
observed in CD inflamed colonic mucosa compared to 
normal control mucosa or uninflamed tissue, respectively 
(Fig.  1e–h). Elevated SP140 expression was also found 

Fig. 1 SP140 expression associates with inflammatory diseases and mucosal macrophages of CD patients. a SP140 gene expression in human 
tissues and cell types as indicated. Expression is given as count normalized with MAS5.0. b SP140 gene expression in white blood cells of normal 
healthy controls (N) (n=33), Crohn’s disease (CD) (n=6), ulcerative colitis (UC) (n=6), systemic lupus erythematosus (SLE) (n=64), chronic 
lymphocytic leukemia (CCL) (n=21), acute myeloid leukemia (AML) (n=7), and rheumatoid arthritis (RA) (n=32) patients. c SP140 gene expression in 
human colon tissue obtained from N (n=18), non-inflamed and inflamed CD (n=5 and 13, respectively), and UC (n=3 and 17, respectively) colonic 
tissues. Data was collected from in-house GSK microarray profiler. Expression is given as count normalized with MAS5.0. d Immunohistochemistry of 
SP140 protein in colon tissue obtained from N and inflamed CD and inflamed UC tissue, scale bar: 100 μm. e Immunofluorescence staining of DAPI 
(blue), CD68 (green), and SP140 (red) in N or inflamed CD colon tissue, scale bar: 100 μm. f The average of mucosal cell count per 3 visual fields of 
total  CD68+ macrophages,  SP140+  CD68+ macrophages and  SP140−  CD68+ macrophages in N and inflamed CD tissue (n = 3 patients per group). 
g Immunofluorescence staining of DAPI (blue), HLA-DR (green), and SP140 (red) in uninflamed or inflamed CD colon tissue, scale bar: 100 μm. h The 
average of mucosal cell count of 3 visual fields per tissue of total HLA-DR+ macrophages,  SP140+ HLA-DR+ macrophages, and  SP140− HLA-DR+ 
macrophages in N and inflamed CD tissue (n=3 patients per group). Statistical significance is indicated as follows: *P < 0.05, **P < 0.01, ****P < 0.0001

(See figure on next page.)
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Fig. 1 (See legend on previous page.)
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in other inflammatory conditions including in WBC of 
systemic lupus erythematosus and rheumatoid arthritis 
patients (Fig.  1b), and in inflamed tissues of appendici-
tis, sarcoidosis, psoriatic arthritis, rheumatoid arthritis, 
Hashimoto’s thyroiditis and Sjogren’s syndrome patients 
(Additional file 1: Fig. S1b). High expression of SP140 was 
also observed in chronic lymphocytic leukemia (Fig. 1b).

Next, we analyzed a publicly available single-cell RNA 
sequencing experiment [24] of inflamed and uninflamed 
ileal tissue (biopsies) obtained from CD patients. Unsu-
pervised clustering analysis identified 22 cluster blocks 
(Additional file  1: Figs. S2a and b). Based on different 
cell markers, we identified cell types existing in each 
cluster (Fig.  2a, b). Expectedly, SP140 expression was 
predominantly observed in the immune cell compart-
ment (Fig. 2c). Based on the expression of CD14, CD16 
(FCGR3A), CD1C, CD64 (FCGR1A), CD68, CD163, 
CD206 (MRC1), HLA-DR, and CLEC4A (Fig.  2a and 
Additional file 1: Fig. S2c), we identified cluster 6 as con-
taining monocytes, macrophages, and dendritic cells 
(Additional file  1: Fig. S2c and Fig.  2b), altogether rep-
resenting mononuclear phagocytes (MNP). As per the 
observations made by Martin et al. [24], the abundance of 
the MNPs was significantly higher in inflamed ileal biop-
sies (Additional file 1: Fig. S2d), which accordingly mani-
fested as an increased percentage of SP140-expressing 
MNPs in inflamed ileal biopsies (Fig. 2d, e). Interestingly 
SP140 expression did not differ significantly in other 
immune cells (including T and B cells) between inflamed 
and uninflamed tissues (Fig.  2e). Through subclassifica-
tion analysis of the MNPs, we mapped the monocytes 
(CD14 and FCGR3A) along their developmental trajec-
tory towards macrophages (CD68, CD163, and CD206) 
or dendritic cells (CD1C and CLEC4A) (Additional file 1: 
Fig. S2e). Projecting the expression of SP140 along the 
inferred trajectory suggests significant association with 
the developmental process (Additional file 1: Fig. S2f ).

SP140 mediates inflammatory “M1” macrophage function
Given the high SP140 expression in CD mucosal mac-
rophages, we investigated whether SP140 is associated 
with inflammatory activation. Human  CD14+ monocytes 
or THP-1 cells were differentiated into macrophages 
and then polarized into “M1” and “M2” phenotypes 
using IFN-γ and IL-4 respectively or left without treat-
ment (M0) (Fig.  3a and Additional file  1: Fig. S3b). The 
polarization was verified by measuring gene expres-
sion of CD64 and CCL5 (markers of “M1” macrophages) 
and CD206 and CCL22 (markers of “M2” macrophages) 
(Additional file  1: Fig. S3a and b). SP140 mRNA was 
expressed at significantly higher levels in “M1” compared 
to “M0” or “M2” macrophages derived from primary 
monocytes (Fig.  3b) or THP-1 cells (Additional file  1: 

Fig. S3c). Protein staining showed increased numbers 
of SP140 protein-containing speckles in the nucleus of 
“M1” compared to “M2” macrophages derived from both 
human monocytes (Fig. 3c) and THP-1 cells (Additional 
file 1: Fig. S3d). LPS induced an increase in SP140 gene 
expression in “M0” and “M1” macrophages, along with 
enhanced CCL5 and decreased CCL22 gene expression 
(Additional file  1: Fig. S3e). The expression levels of 12 
other BCPs (SP140L, SP100, SP110, BRD2, BRD3, BRD4, 
BRD9, BAZ2A, BAZ2B, PCAF, EP300, and CREBBP) 
showed no increase in “M1” compared to “M0” mac-
rophages (Additional file  1: Fig. S4a), indicating that 
the association between SP140 and inflammatory mac-
rophages was not a common phenomenon among BCPs.

To investigate SP140 function, we initially used siRNA-
mediated knockdown to reduce SP140 expression in 
“M1” macrophages, achieving an  approximately 75% 
reduction in mRNA (Fig. 3e) and a clear decrease in the 
number of SP140 protein-containing speckles (Fig.  3f ). 
Knockdown seemed specific to SP140, as expression of 
related family members SP110, SP100, and SP140L was 
not affected (Additional file  1: Figs. S4b, b and c and 
Additional file 2: Table S1 and Additional file 3: Table S2). 
After  the knockdown, cells were stimulated with LPS 
or kept unstimulated (Fig.  3d). SP140 silencing led to a 
decrease in LPS-induced IL-6 and TNF mRNA and pro-
tein levels (Fig. 3g). After transcriptional profiling, princi-
pal component analysis (PCA) revealed that the variance 
was most associated with SP140 siRNA treatment in 
LPS-stimulated “M1” macrophages (Fig. 3h). Downregu-
lation of some key CD-associated genes, notably CXCL9 
[25], CEACAM1 [26], and JAK2 [27, 28], was apparent 
among SP140-siRNA-treated unstimulated macrophages, 
and IL2RA [29] and TRIM69 [30] among SP140-siRNA 
LPS-stimulated macrophages (Fig.  3i). SP140 silenc-
ing affected common inflammatory pathways, such as 
TNF signaling via NFKB, IFN-γ response, inflammatory 
response (Fig. 3j), and cytokine signaling (Fig. 3k).

The development of a selective inhibitor of SP140 
(GSK761)
To identify selective SP140 binding compounds, we uti-
lized encoded library technology to screen the GSK 
proprietary collection of DNA-linked small molecule 
libraries [31, 32]. Affinity selection utilizing a recom-
binant protein construct spanning the PHD and Brd 
domains of SP140 was carried out, leading to  the iden-
tification of an enriched building block combination 
in DNA Encoded Library 68 (DEL68) (Fig.  4a). Repre-
sentative compounds of the identified three-cycle ben-
zimidazole chemical series were synthesized, which 
yielded the small molecule, GSK761 (Fig.  4b, c). More 
details describing GSK761 development are added in the 
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Fig. 2 Single-cell analyses of SP140 expression in inflamed and uninflamed CD ileum. Publicly available single-cell RNA sequencing [24] was used 
to illustrate SP140 expression in intestinal (ileum) macrophages in inflamed (n=11) and uninflamed (n=11) tissue CD patients. a Marker genes 
expression per cell type where the size of the dots represents the percentage of cells expressing the gene. Darker blue represents more reads per 
cell. b UMAP of all the cells annotated with their annotated cell type. c Visual illustration of SP140 expression in all cells. Darker blue represents 
more reads per cell. d Visual illustration of the actual counts of SP140 expression in cluster 6 (MNPs). Darker blue represents more reads per cell. e 
Comparative analyses of the percentage cells expressing SP140 when comparing inflamed with uninflamed in different immune cells
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“Methods” section. To quantify the interaction between 
GSK761 and SP140 (aa 687-867), the dissociation con-
stant (Kd) was determined using a fluorescence polariza-
tion (FP)-binding approach. A fluorophore-conjugated 
version of GSK761, GSK064 (Fig.  4d), was prepared 
and subsequently used to determine a Kd value of 41.07 
± 1.42 nM for the interaction with SP140 (aa 687-867) 
(Fig. 4e). To further validate this interaction, competition 
studies were carried out using GSK761 in a FP-binding 
assay configured using GSK064 and SP140 (aa 687-867). 
Competitive displacement of GSK064 from SP140 (aa 
687-867) by GSK761 was observed, subsequently lead-
ing to the determination of an  IC50 value of 77.79 ± 8.27 
nM (Fig.  4f ). Prior to utilizing GSK761 for cell-based 
binding studies to endogenous SP140, the cell penetra-
tion capacity of the compound was assessed using mass 
spectrometry and the methodology described by [33]. 
Concentration measurements showed that GSK761 had 
a pΔCtotal value of 1.45 ± 0.21, indicating that GSK761 
permeates human cells and accumulates intracellularly by 
an order of magnitude when compared to GSK761 free in 
solution.

To confirm the binding of GSK761 to full-length SP140, 
immobilized GSK761 was used to probe for SP140 in 
nuclear extracts from HuT78 cells and HEK293 cells 
transfected with Halo-tagged SP140. Biotinylated beads 
only and untransfected HEK293 cells were utilized as 
controls. Both endogenous and Halo-tagged SP140 
were pulled down with biotinylated GSK761 and visual-
ized via Western Blotting (Fig.  4g). Endogenous SP140 
is observed as a doublet containing the four largest iso-
forms (predicted 86–96 kDa) [10] while Halo-tagged 
SP140 exhibits a single band. No bands were detected 
with beads only or in untransfected HEK293 cells. The 
specificity of GSK761 for SP140 was profiled using the 
BROMOscan® assay, in which DNA-tagged BCPs were 
incubated with an increasing concentration of GSK761 or 
DMSO. Binding is assessed by measuring the amount of 

bromodomain captured in GSK761 vs DMSO samples by 
using an ultra-sensitive qPCR. There was evidence of low 
affinity interaction between GSK761 and several tested 
BCPs, with binding detected at concentrations >21,000 
nM (Additional file  4: Table  S4). However, no binding 
was detected at concentrations ≤ 21,000 nM indicating 
a high degree of specificity of GSK761 for SP140 (Addi-
tional file 4: Table S4).

GSK761 reduces the inflammatory activation 
of macrophages and expression of pro‑inflammatory 
cytokines
SP140 expression was selectively increased in “M1” 
compared to “M0” macrophages, prompting us to test 
whether SP140 is required for the polarization to an 
inflammatory macrophage phenotype. We first tested 
whether GSK761 demonstrated any toxicity in mac-
rophages to determine the appropriate dose range. 
At ≤0.12 μM, GSK761 showed no cytotoxicity (Addi-
tional file 1: Figs. S5a and b). To investigate the effect of 
GSK761 on macrophage polarization to inflammatory 
phenotype, “M0” macrophages were treated with either 
DMSO or GSK761 for 3 days in presence of IFN-γ or IL-4 
(during the polarization to “M1” and “M2” macrophages, 
respectively). GSK761 enhanced mRNA expression of 
the anti-inflammatory marker CD206 in both “M1” and 
“M2” macrophages and decreased the pro-inflamma-
tory marker CD64 in “M1” macrophages (Fig. 5a). FACS 
analysis showed that GSK761-treatment prior to IFN-γ 
(“M1”) polarization reduced  CD64+ cells and CD64 
protein expression (Fig.  5b, c) and increased  CD206+ 
cells and CD206 protein expression (Fig.  5d, e). Adding 
GSK761 to the cells during IFN-γ (“M1”) polarization 
lowered TNF (“M1” polarization marker) gene expres-
sion in these cells compared to the control (Additional 
file 1: Fig. S5d). Altogether, these data suggest that SP140 
inhibition during “M1” polarization biased differentia-
tion towards a regulatory “M2” phenotype.

Fig. 3 SP140 knockdown reduces the activity of the inflammatory macrophages. a Scheme of polarization protocol of human  CD14+ monocytes 
to “M0,” “M1,” and “M2” macrophage phenotypes, with indicated cytokines as described in the “Methods” section. b Relative gene expression of SP140 
in “M0,” “M1,” and “M2” macrophages, n=6. c Immunofluorescence staining of SP140 speckles in “M1” and “M2” macrophages imaged by microscopy 
(left) and quantified per nuclei as nuclear bodies count (right). Images were counted in 150 cells selected randomly from 3 different staining 
per condition (Total number of SP140 speckled in 150 cells/150 = average per cell), scale bar: 30 μm. d Scheme of SP140 silencing protocol as 
described in “Methods” section. e The efficiency of SP140 silencing was assessed by measuring relative gene expression (qPCR) of SP140 (n=6) and 
f immunofluorescence staining of SP140 speckles nuclear bodies (left) and SP140 speckled nuclear bodies count (counted as described above) 
(right), scale bar: 3 μm. g Relative gene expression after LPS stimulation: (top, n=6), and LPS-induced protein levels (bottom, n=3) n=3, of TNF, 
IL-6, and IL-8. h PCA of gene expression dataset of LPS induced genes in scrambled- or SP140 siRNA-treated “M1” macrophages (unstimulated or 
stimulated with 4 h 100 ng/mL LPS) assessed through microarray; PC1 represents most variance associated with the data (LPS stimulation) and 
PC2 represents second most variance (siRNA), n=3. i Heatmap of top 50 DEGs from microarray gene expression dataset of LPS induced genes 
in scrambled- or SP140 siRNA-treated “M1” macrophages (unstimulated or stimulated with 4 h 100 ng/mL LPS) (non-annotated genes were not 
included). j Hallmark pathways analysis and k Reactome pathway analysis were carried out using ShinyGO v0.60 illustrating the most impacted 
pathways by SP140 siRNA in unstimulated “M1” macrophages (bottom) or after 4 h of 100 ng/mL LPS stimulation (bottom). In all assays, statistical 
significance is indicated as follows: *P < 0.05, **P < 0.01, ***P < 0.001, ****P < 0.0001

(See figure on next page.)
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Fig. 3 (See legend on previous page.)
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We next assessed the effect of SP140 inhibition on 
the response of “M1” polarized macrophages to inflam-
matory stimuli. LPS-stimulated “M1” macrophages 
pretreated with GSK761 showed a strong reduction in 
secretion of IL-6, TNF, IL-1β, and IL-12 (Fig. 5g) at con-
centrations where cytotoxicity was not observed (0.04 
and 0.12 μM). When employing RNA transcriptional 
profiling using a customized qPCR array, SP140 inhibi-
tion was found to reduce the expression of many other 
pro-inflammatory cytokines and chemokines including 
GM-CSF, CCL3, CCL5, and CCL1 (Fig. 5f ).

The marked anti-inflammatory effects of GSK761 on 
macrophages in vitro suggest that targeting SP140 may 
be an effective approach for IBD. Unfortunately, due to 
poor in vivo pharmokinetics (data not shown), GSK761 
was not suitable to evaluate the effects of SP140 inhi-
bition in in  vivo animal models of colitis. To evaluate 
the impact of SP140 inhibition in human CD,  CD14+ 
mucosal macrophages were isolated from CD anti-
TNF refractory patients’ colonic mucosa and then cul-
tured in  vitro with either DMSO or GSK761 for 4 h. 
Spontaneous gene expression of TNF, IL6, and IL10 
was significantly decreased in GSK761-treated tissue 
macrophages, demonstrating that GSK761 inhibited 
their immune reactivity (Fig. 5h). No changes in CD64 
expression were observed. Previous studies have dem-
onstrated that successful anti-TNF therapy is associated 
with an increase in  CD206+ regulatory macrophages 
[34] and a decrease in pro-inflammatory cytokines [10] 
and SP140 expression [10] in CD mucosa. Thus, our 
data suggests that SP140 inhibition could be also benefi-
cial in supporting the anti-TNF therapy. Thus, combin-
ing SP140 inhibition with anti-TNF may potentiate the 
anti-inflammatory effects in macrophages and possibly 
in IBD in general. Consistent with this idea, M1 mac-
rophages treated in  vitro with both GSK761 and Inf-
liximab (anti-TNF) demonstrated an additive reduction 
in TNF release in response to LPS compared to those 

treated with GSK761 or infliximab alone (Additional 
file 1: Fig. S5e).

SP140 preferentially interacts with transcription start sites 
(TSS) and enhancer regions
SP140 possesses multiple chromatin binding domains, 
namely Brd, PHD, and SAND (SP100, AIRE-1, 
NucP41/75, DEAF-1) domains (Additional file  1: Fig. 
S1a), which may allow it to function as an epigenetic 
reader [10, 35]. To assess which histone peptides might 
be bound by SP140, we utilized an Active Motive histone 
peptide array, which showed strong binding of SP140 
PHD-Brd to unmodified  H31-19 and  H326-45 peptides, 
while little binding to unmodified H2A, H2B, and H4 
peptides was detected (Additional file 1: Fig. S6a). SP140 
PHD-Brd was able to bind several modified H3 peptides 
bearing some methylation and acetylation marks includ-
ing K27Ac, K14Ac, K4me3, and K9me3, and also to acet-
ylated H4 peptides (Additional file 1: Fig. S6a).

To measure histone peptide binding in a more quan-
titative way, and to evaluate peptides for which binding 
is specifically dependent on the SP140 binding site of 
GSK761, we tested the ability of a range of peptides to 
compete for compound binding to SP140 PHD-Brd. We 
found that recombinant SP140 PHD-Brd protein bound 
to histone H3 peptides with sub-μM affinity (Additional 
file 1: Fig. S6b). The strongest binding was observed for 
an unmodified peptide corresponding to the N-terminal 
21 aa, while methylation at lysine residue 4 (K4) led to 
substantially (~30-fold) reduced affinity (Additional file 1: 
Fig. S6c). K9 acetylation also resulted in lower affinity 
binding (4-5-fold), while SP140 binding was unaffected 
by either acetylation or methylation of K14 (Additional 
file 1: Fig. S6d). Similar binding affinity was observed for 
unmodified  H31-21 vs  H31-18, while reduced (4–5-fold) 
but still significant SP140 binding was measured for 
 H31-9 (Additional file  1: Fig. S6d). Taken together, these 
data suggest that the SP140 PHD-Brd module can func-
tion as a reader for unmodified histone H3, with binding 

(See figure on next page.)
Fig. 4 The Development of the first small molecule inhibitor of SP140 (GSK761) and investigating its affinity and selectivity. a Scheme of the 
three-cycle benzimidazole library and b Spotfire cube view of the SP140 selection output from the benzimidazole library. BB1, cycle 1 building 
blocks; BB2, cycle 2 building blocks; and BB3, cycle 3 building blocks. Each individual dot in the cube represents discrete small molecule warheads 
after 3 rounds of affinity selection, while the size of the dot corresponds to the number of unique instances recorded by DNA sequencing 
(2-24). The dots are colored by the BB3s that compose the library molecules. Library members with a single copy were removed to simplify 
visualization revealing a prominent line defined by a specific BB1&BB3 combination (disynthon). The most enriched trisynthon (BB1, BB2, and 
BB3 combination) represents the biggest dot on the line. e Biochemical characterization of the interaction between c GSK761 and recombinant 
SP140 in a fluorescence polarization (FP) binding assay using d a fluorophore-conjugated version of GSK761: GSK064 (generated by fluorescent 
labelling of GSK761). The mean binding affinity for this interaction was a Kd = 41.07 ± 1.42 nM (n = 5). f A FP-binding assay was configured 
using recombinant SP140 and GSK064, which was used to determine the potency of GSK761. Displacement of GSK064 from SP140 by GSK761 
(circles) was achieved and determined to have a mean  IC50 of 77.79 ± 8.27 nM (n=3). No effect on GSK064 motion was observed in the presence 
of varying concentrations of GSK761 (triangles). The data presented in d and e are representative data from a single experimental replicate, 
affinities, and potencies are mean values determined from multiple test occasions. g Endogenous SP140 (HuT78 nuclear extracts) and Halo-tagged 
SP140 (transfected HEK29 cells) were pulled down using a biotinylated version of GSK761 (GSK675) and visualized by Western blotting and gel 
electrophoresis. Biotinylated beads only and SP140 untransfected cells were used as control
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focused around the N-terminal 9 aa, and that GSK761 
competes for this binding.

To evaluate whether native SP140 is also capable 
of binding to histones, we used immobilized histone 
H3 peptides with varying modifications to precipitate 

Fig. 4 (See legend on previous page.)
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proteins from nuclear extracts of anti-CD3/CD28-stim-
ulated HuT78 T cells and probed via Western blotting 
for the presence of SP140. SP140 was efficiently pulled 
down by unmodified  H31-21 (Fig.  6a). Notably,  H31-21 
peptides bearing certain methylation and acetylation 
marks (K4me3, K9me3, K9ac, and K14ac) were also 
capable of capturing native SP140 (Fig.  6a), despite the 
lower measured affinity of some of these for recombinant 
SP140 PHD-Brd (see above). To evaluate whether SP140 
interacts with histone H3 in a cellular setting, we utilized 
a NanoBRET system (Additional file 1: Fig. S6e). Nano-
BRET is a proximity-based assay that can detect protein 
interactions by measuring energy transfer from a biolu-
minescent protein donor NanoLuc® (NL) to a fluorescent 
protein acceptor HaloTag® (HT). This energy transfer 
was observed in the nuclei of HEK293 cells transfected 
with SP140-NL and Histone3.3-HT DNA, indicating 
close proximity of the two proteins (Additional file 1: Fig. 
S6e).

To assess whether SP140 associates with chromatin in 
macrophages and how this might be regulated in inflam-
mation, we initially conducted ChIP-qPCR experiments 
in unstimulated or LPS-stimulated “M1” macrophages. 
First, the specificity of the antibody used for ChIP experi-
ments to precipitate SP140 protein was verified (Addi-
tional file 1: Fig. S7a). Binding of SP140 to the TSS of TNF 
and IL6 genes was observed in unstimulated cells, and 
this was increased following LPS stimulation (Fig.  6b). 
We then evaluated chromatin occupancy of SP140 on a 
genome-wide level using ChIP-seq and tested the effects 
of GSK761 on both SP140 binding and gene expression 
(RNA-seq) in the context of LPS stimulation. In DMSO-
treated, LPS-stimulated macrophages, epigenome road-
map scan analysis revealed that the majority of SP140 
occupancy was at strong transcription associated regions, 
enhancers, and TSS regions (Fig. 6c). However, this occu-
pancy was decreased when the cells were pretreated with 

GSK761 at 1 h (Additional file 1: Fig. S7c) and 4 h (data 
not shown) post LPS stimulation. Heatmap rank ordering 
of SP140 occupancy in unstimulated and LPS-stimulated 
“M1” macrophages showed a strong SP140 enrichment 
at the TSS (Fig. 6d). The top 20 enriched genes belonged 
mostly to those involved in the innate immune response, 
including TNF, ICAM4, IRF1, LITAF, TNFAIP2, and 
NFKBIA (Fig.  6d). This was confirmed when Metagene 
analysis showed that SP140 preferentially binds near 
the TSS of immune innate genes, while this binding was 
minimal at the TSS of non-immune genes (Additional 
file  1: Fig. S7b). However, the most SP140-enriched 
gene FLOT1 (Fig.  6d) has been reported to be strongly 
involved in tumorigenesis [36] and anti-fungal immunity 
[37]. We found SP140 also to occupy active enhancers, 
as marked by H3K27Ac in human macrophages by over-
lapping the publicly available H3K27Ac ChIP-seq data 
(GSE54972) with our SP140 ChIP-seq dataset at 1 h of 
LPS stimulation (Additional file 1: Fig. S7d). ChIP-qPCR 
showed a strong reduction of SP140 occupancy at the 
TNF-TSS in GSK761-treated “M1” macrophages, which 
was reduced to that of unstimulated cells (Fig.  6e), cor-
relating with the previously observed reduced expression 
of TNF in GSK761-treated macrophages.

Following LPS stimulation, we observed a marked 
increase in binding at the TSS of the top 1000 genes 
occupied by SP140, reaching its maximum at 4 h (Fig. 6f ). 
GSK761 treatment prior to LPS stimulation strongly 
reduced SP140 occupancy at the TSS (Fig. 6f ) associated 
with an altered LPS-induced gene expression (Fig.  6g). 
PCA of RNA-seq data revealed a large separation in 
global gene expression between DMSO- and GSK761-
treated macrophages at both time points post of LPS 
stimulation (4h and 8h) (Fig. 6g). Note that SP140 itself 
did not appear to be bound by SP140 protein, nor was 
its expression altered by GSK761 treatment (Additional 

Fig. 5 GSK761 affects macrophage polarization and cytokine production in peripheral blood and CD mucosal macrophages. Human primary 
 CD14+ monocytes were differentiated with 20 ng/mL M-CSF for 3 days. The cells where then washed with PBS and treated with 0.1% DMSO 
or 0.04 μM GSK761 for 1 h prior to 3 days polarization to “M1” and “M2” macrophages phenotypes with 100 ng/mL INF-γ or 40 ng/mL IL-4, 
respectively (GSK761 and DMSO were not washed and kept in the culture during the 3 days of polarization). a Gene expression of the inflammatory 
marker CD64 (“M1” marker) and anti-inflammatory marker CD206 (“M2” marker) was measured by qPCR in IFN-γ (“M1”) and IL-4 (“M2”) polarized 
macrophages and b–e FACS analysis was performed in IFN-γ (“M1”) polarized macrophages. b Scatter plots illustrating the frequency of  CD64+ cells. 
c A graph bar summarizing the frequency of  CD64+ macrophages in 3 donors (left) and CD64 protein expression intensity (right). d Scatter plots 
illustrating the frequency of  CD206+ cells. e A graph bar summarizing the frequency of  CD206+ macrophages in 3 donors (left) and CD206 protein 
expression intensity, n=3. f “M1” polarized macrophages were pretreated for 1 h with 1% DMSO (n=4) or with 0.04 μM GSK761 (n=5). The cells were 
then stimulated for 4 h with 100 ng/mL LPS and Customized  RT2 Profiler PCR Arrays was performed, the scatter plot illustrates the differentially 
expressed genes (2-fold change). g “M1” polarized macrophages were pretreated for 1 h with 1% DMSO or with an increasing concentration of 
GSK761 (0.01, 0.04, 0.12, 0.37, and 1.11 μM). The cells were then stimulated for 24 h with 100 ng/mL LPS. Protein levels of TNF, IL-6, IL-1β, IL-10, IL-8, 
and IL-12p70 were measured in the supernatant, n=4–7. The Y axis indicates the fold change in cytokine protein expression relative to DMSO 
control. h  CD14+ cells were isolated from inflamed CD mucosa. The cells were then incubated ex vivo for 4 h with either 0.1% DMSO or 0.04 μM 
GSK761. Relative gene expression of TNF, IL6, IL10, and CD64 were measured using qPCR, n=4. The Y axis indicates the fold change in mRNA level 
relative to DMSO control. Statistical significance is indicated as follows: *P < 0.05, **P < 0.01, ***P < 0.001, ****P < 0.0001

(See figure on next page.)
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files 5, 6 and 7: Table S5-7 and Additional files 12 and 13: 
Table S12-13).

Gene Ontology analysis of SP140-bound genes showed 
enrichment of genes that participate in the processes 
of cytokine response and immune response that were 
inhibited through GSK761 pre-exposure (Fig.  6h). To 
elucidate the regulatory pathways enriched by SP140 
and affected by GSK761, we carried out hallmark path-
way analysis for SP140 differentially bound genes (DBGs) 
(Fig.  6i) and DEGs (Fig.  6j) upon DMSO or GSK761 
treatment at each time point of LPS stimulation. In 
DMSO-treated “M1” macrophages, we found that SP140 
binding is predominantly enriched at many pathways 
typically defined as inflammatory such as TNF signaling 
via NFKB, and inflammatory response (Fig. 6i). However, 
this enrichment was no longer seen in GSK761-treated 
macrophages (Fig.  6i). Similar pathways were observed 
for DEGs and were downregulated in GSK761-treated 
macrophages, especially at 4 h (Fig.  6j). In addition, we 
observed an upregulation of MYC targets and oxida-
tive phosphorylation gene sets in GSK761-treated mac-
rophages, whereas these normally are downregulated 
because of the induction of aerobic glycolysis upon LPS 
stimulation of macrophages (Additional file  1: Fig. S8a) 
[38]. These data suggest SP140 as a critical regulator of 
genes involved in the inflammatory response and that 
GSK761 can inhibit this response through displacing 
SP140 binding to TSS and enhancer regions.

SP140 preferentially controls the expression of specific 
gene sets involved in the innate immune response
We next investigated the functional significance of inhib-
iting SP140 binding for gene expression. Heatmap (Top 
100) and volcano plots of DEGs after 4 h LPS stimula-
tion demonstrated a strong effect of GSK761 on gene sets 
that are involved in the innate immune response, such as 
the downregulation of TNFSF9, IL6, F3, CXCL1, CCL5, 
IL1β, TRAF1, IL23A, IL18, and GEM and the upregula-
tion of PLAU and CXCR4 (Fig. 7a, b). We next explored 

the global DBGs in 1 h LPS-stimulated “M1” mac-
rophages using R2 TSS plot (Fig.  7c) and R2 TSS-peak 
calling (Fig. 7d). Interestingly, the top DBGs belonged to 
TNF signaling via NFKB such as TNFAIP2, TNF, LTA, 
TRAF1, IRF1, and NFKBIA (Fig.  7c, d). GSK761 clearly 
reduced SP140 binding to those genes (Fig.  7d). Simi-
larly, gene expression of TNFAIP2, TAF1, TNF, LTA, and 
IRF1 was reduced (Fig. 7e). By conducting a focused TNF 
signaling enrichment analysis (Additional file 1: Fig. S8b) 
and R2 TSS plot analysis (Additional file 1: Fig. S8c), we 
illustrated a new set of DBGs including TFs (TNFAIP3, 
CEBPB, ATF4, MAP3K8, MAP2K3, and JUNB), cytokines 
(IL1β, IL23A), and adhesion molecules (ICAM1). Most of 
these genes were DEGs (Additional file 1: Fig. S8d).

We next verified the impact of global reduced SP140 
binding on gene expression by integrating the DBGs 
and the DEGs. Interrogating the top 1000 DBGs (at 1 
or 4 h LPS) for their gene expression (at 4 or 8 h LPS) 
implicated genes that are involved in TNF signal-
ing pathway (NFKBIA, SOD2, LITAF, SGK1, PNRC1, 
IRF1, and RNF19B) and cytokine-mediated signaling 
pathway (For example: IL10RA, NFKBIA, IRF1, SOD2, 
CAMK2D, IRF2, and ISG15) which showed the strong-
est concordant differential binding and expression 
(Fig. 7f and S9).

In addition to SP140 binding to chromatin, we spec-
ulated that SP140 may also interact with other TFs 
proteins to regulate gene expression. To this end, we 
performed homer known motif enrichment analysis 
(HKMEA) at DMSO_1h LPS (Fig.  7g). We also con-
ducted a homo de novo motif discovery to define new 
DNA sequence motifs that are bound by SP140 (Fig. 7g). 
Interestingly, HKMEA suggests that SP140 may bind 
the same DNA sequence motifs recognized by certain 
TFs defined as key proteins in TNF signaling via NFKB 
(ATF3, FOSL2, FOSL1, NFKB-p65-rel, JUNB, and JUN-
AP1) and of cytokine-mediated signaling pathway (BATF, 
NFKB-p65-rel, JUNB, IRF8, and IRF3) (Fig. 7g).

(See figure on next page.)
Fig. 6 LPS stimulation leads to SP140 protein recruitment to chromatin; GSK761 reduces this recruitment and dampens inflammatory pathways in 
inflammatory macrophages. a Nuclear extracts from αCD3/αCD28 stimulated HuT78 cells were incubated with unmodified or modified (acetylated 
and methylated) histone H3 peptides as indicated. SP140 was then pulled down to visualize its interaction with H3 peptides. b ChIP-qPCR of 
SP140 occupancy at TSS of TNF and IL6 in “M1” macrophages stimulated with 100 ng/mL LPS for 4 h or without LPS stimulation, n=3 donors (DN). 
c Epigenome roadmap scan illustrating proportions of SP140 genome-wide occupancy after SP140 ChIP-seq. d Heatmap (1000 top SP140-bound 
genes) of SP140 ChIP-seq reads ranked on 1 h LPS-stimulated (left) or 4 h LPS-stimulated (right) “M1” macrophages rank-ordered from high to 
low occupancy centered on TSS. Top 20 genes with high SP140 occupancy are listed. e ChIP-qPCR of SP140 occupancy at TSS of TNF in “M1” 
macrophages pretreated with 0.1% DMSO or 0.04 μM GSK761 for 1 h and then stimulated with 100 ng/mL LPS for 1 or 4 h or kept unstimulated (0 
h LPS). f Metagene created from normalized genome-wide average reads for SP140 centered on TSS. g PCA of RNA-seq comparing 0.1% DMSO to 
0.04 μM GSK761 treated “M1” macrophages after 4 h of LPS stimulation (left) or after 8 h of LPS stimulation (right). h SP140 ChIP-seq gene ontology 
analysis of the most enriched molecular function and biological process after 1 h of LPS stimulation, comparing 0.1% DMSO with 0.04 μM GSK761 
treated “M1” macrophages. i Hallmarks pathway enrichment analysis at 0, 1, and 4 h of 100 ng/mL LPS stimulation for ChIP-seq and at j 0, 4, and 8 h 
of 100 ng/mL LPS stimulation for RNA-seq. j The direction and color of the arrow indicate the direction and size of the enrichment score, the size of 
the arrow is proportional to the −log10 (p-value), and non-transparent arrows represent significantly affected pathways
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LPS stimulation strongly recruits SP140 to multiple 
human leukocyte antigen (HLA) genes, including HLA-
A, HLA-B, HLA-C, HLA-F, HLA-DPA, and HLA-DPB 
(Additional file  1: Fig. S8e), binding which was strongly 
reduced by GSK761. This indicates a role of SP140 in reg-
ulating antigen presentation-associated genes. Notably, 
the Brd-containing protein 2 (BRD2) gene was occupied 
by SP140, and GSK761 reduced this binding and lowered 
BRD2 gene expression (Additional file  1: Fig. S8e and 
Additional file  5: Table  S5). BRD2 has been reported to 
play a key role in inflammatory response in murine mac-
rophages and in inducing insulin resistance [39].

Finally, we noticed that SP140 occupancy on TSS of 
chemokine activity genes was dramatically reduced by 
GSK761, inducing a reduced global chemokine activity at 
mRNA level (Fig. 7h). R2 TSS plots and R2 TSS-peak call-
ing indicate a strong SP140 occupancy at several inflam-
matory macrophage-associated chemokines (CCL2, 
CCL3, CCL4, CCL5, CCL8, CXCL1, CXCL3, CXCL8 
CXCL9, CXCL10, and CXCL11), chemokine ligands 
(CCL4L1, CCL3L1, CCL3L3, CCL4L2), chemokine recep-
tors (CCR7), TFs (STAT1, JAK2, PIK3R5, RELA), and 
protein kinases (PRKCD, FGR, and HCR) (Additional 
file  1: Figs. S10a,b and c). This binding was reduced by 
GSK761, affecting expression of many genes involved in 
chemokine signaling (Additional file 1: Fig. S10d). How-
ever, SP140 binding was selective as it did not bind to 
the TSS of a range of other chemokines such as CXCL6, 
CXCL5, CCL11, and CCL7 (Additional file 1: Fig. S10c).

Discussion
SP140 has been implicated in CD and other autoimmune 
diseases through genetic and epigenetic association 
studies [16, 40]. Here, we describe the first small mole-
cule inhibitor of SP140 protein, which has been used to 
investigate its function. The novel SP140-binding small 
molecule GSK761 was shown to compete with the N-ter-
minal tail of histone H3 for interactions with the SP140 
PHD-Brd module. In human macrophages, SP140 asso-
ciated with the regulatory regions of immune-related/
inflammatory genes in a stimulus-dependent manner. 

GSK761 inhibited SP140 binding to the TSS of many 
inflammatory genes, correlating with compound-induced 
decreased expression of these genes and reduced mac-
rophage inflammatory function. The predominant SP140 
expression in immune cells and in particular inflamma-
tory macrophages, further identifies SP140 as an epige-
netic reader protein that contributes to inflammatory 
gene expression.

Inflammatory macrophages generated in  vitro or mac-
rophages from CD inflamed tissue were shown to express 
high levels of SP140, and SP140 silencing in macrophages 
reduced the expression of a range of inflammatory genes. 
These anti-inflammatory effects were extended using 
GSK761, which was able to inhibit spontaneous cytokine 
expression from  CD14+ macrophages isolated from CD 
anti-TNF refractory patients’ colonic mucosa. LPS stimu-
lation of macrophages was shown to cause SP140 recruit-
ment to the TSS of a specific set of inflammatory genes, 
which was prevented by GSK761, dampening the induced 
expression of those genes. The strongest SP140 occupancy 
was at the TSS of a range of genes involved in TNF sign-
aling. TNF signaling plays an integral role in CD as evi-
denced by the efficacy of chimeric anti-TNF mAbs therapy 
[41]. Notably, anti-TNF therapy response rests on TNF 
neutralization, but specifically in CD also on its potency 
to bind membrane-bound TNF on CD tissue infiltrated 
macrophages [42], which causes differentiation of mac-
rophages to a more regulatory  CD206+ “M2”-like pheno-
type [34, 43]. This is for example evidenced by the clinical 
observation using etanercept (does not bind membrane-
bound TNF), which is not effective in CD, while infliximab 
is [43]. A reduced expression of SP140 in CD biopsies was 
shown to be correlated with a better anti-TNF response 
[10]. In this study, we found that GSK761 increased CD206 
expressing macrophages in in vitro. Furthermore, GSK761 
reduced pro-inflammatory cytokine expression in CD 
mucosal macrophages of anti-TNF-resistant patients. 
Interestingly, the combination of GSK761 and infliximab 
was more effective at reducing TNF protein secretion in 
inflammatory macrophages in vitro than either treatment 
alone. Thus, we anticipate that SP140 inhibition would be 

Fig. 7 SP140 preferentially controls the expression of specific gene sets involved in the innate immune response. a Heatmap of the top 100 
DEGs and b volcano plots of the all genes comparing 0.1% DMSO- with 0.04 μM GSK761-treated “M1” macrophages after 4 h of 100 ng/mL LPS 
stimulation. c R2 TSS plot comparing a global differentially SP140-bound genes (DBGs) after 1 h of 100 ng/mL LPS stimulation of 0.1% DMSO- and 
0.04 μM GSK761-treated “M1” macrophages. d SP140 ChIP-seq genome browser view of some of the most affected DBGs; TNF, TRAF1, IRF1, and 
TRAFAIP2. Y axis represents a signal score of recovered sequences in 0.1% DMSO and 0.04 μM GSK761 treated macrophages after 0, 1, and 4 h 
of 100 ng/mL LPS stimulation. e RNA sequencing-derived gene expression of some of the most DBGs. f Comparative analyses of the top 1000 
DBGs (signal) with their gene expression (Wald statistic). Gene expression at 4 h and ChIP at 1 h (left) and gene expression at 4 h and ChIP at 4 h 
(right), Y axis represents the SP140 differential binding signal (BD). g Homer Known Motif Enrichment using TF motifs and their respective p-value 
scoring (top) and Homer de novo Motif results with best match TFs (bottom) in 0.1% DMSO-treated “M1” macrophages after 1 h of 100 ng/mL LPS 
stimulation. h An enrichment analysis targeted chemokine activity for SP140 ChIP-seq (top) and RNA-seq (bottom) comparing 0.1% DMSO- with 
0.04 μM GSK761-treated “M1” macrophages at 0, 1, and 4 h of 100 ng/mL LPS stimulation

(See figure on next page.)
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useful in enhancing anti-TNF remission induction in CD 
patients. In this respect, SP140 was also shown by ChIP-
seq analysis to bind and regulate expression of some key 
CD-associated genes such as IL23A [44], TYK2 [27, 28], 
JAK2 [27, 28], NOD2 [45], and CARD9 [46].

In IBD, epigenetic mechanisms control macrophage 
inflammatory activation and polarization [47]. These 
macrophages are central components of the inflamed 
mucosa and contribute to disease pathology by produc-
ing inflammatory cytokines, which promote the differen-
tiation and activation of Th1 and Th17 cells [48]. In this 
study, SP140 is shown to be critical for both the polariza-
tion of inflammatory macrophages and in the response of 
polarized macrophages to inflammatory stimuli. In par-
ticular, the TFs STAT1 and STAT2 are crucial for inflam-
matory macrophage polarization [5, 49, 50]. We found 
high levels of SP140 binding associated with the STAT1 
and STAT2 genes; GSK761 disrupted SP140 binding to 
these genes and reduced their expression, providing a 
probable mechanistic basis for the inhibitory effects of 
the compound on “M1” polarization. Notably, GSK761 
inhibited macrophage-induced cytokines and costimu-
latory molecules required for inflammatory T cell acti-
vation including IL23A [44], IL12 [51], IL18 [52], IL1β 
[52], CD40 [53], and CD80 [54]. Therefore, in addition 
to reducing the direct inflammatory function of mac-
rophages, inhibition of SP140 may inhibit downstream 
activation/polarization of responding T cells.

While the mechanism by which SP140 is targeted 
to gene regulatory regions remains to be determined, 
motif analysis indicated a strong overlap between the 
DNA sequences enriched for SP140 binding and the 
binding motifs of some key TFs involved in regulating 
the inflammatory response as well as the differentiation 
and polarization to inflammatory macrophages, such as 
NFkB-p65-rel [55], IRF3 [56], and IRF8 [57]. Thus, it is 
possible that SP140 is recruited to chromatin via binding 
to stimulation-induced TFs—either before or after the 
TFs bind to DNA. Conversely, SP140 may associate with 
other proteins recruited to sites bound by these TFs. By 
conducting ChIP-seq at multiple time points (1 and 4 h), 
we observed differential binding kinetics of SP140 to dif-
ferent sets of genes; for example, SP140 is bound to the 
CCL5 TSS by 1 h after LPS stimulation but the TSS of 
CCL2 only after 4 h. The factors controlling the differ-
ential binding kinetics are currently unknown but could 
include differences in the initial chromatin environments 
of these genes in addition to distinct kinetics of TF acti-
vation and binding.

In a previous study, SP140 was found to be enriched at 
the HOXA genes in macrophages, and SP140 binding at 
these locations was proposed to play a role in repression 

of these lineage-inappropriate genes [10]. However, 
SP140 binding to this region was minimal in our study 
in both unstimulated and LPS-stimulated macrophages 
(Additional files 8, 9 and 10: Tables S8-10). In addition, 
GSK761 did not affect HOXA genes expression in M1 
macrophages (Additional files 5, 6 and 7: Tables S5-7). 
Based on our findings and contrary to the observation of 
Mehta et al., HOXA genes do not appear to be bound by 
SP140, nor does their expression seem to be controlled 
by SP140. The reason for this discrepancy is unclear, but 
the use of different SP140 antibodies in the two studies 
is one possibility. The antibody used in our ChIP experi-
ments was found to be the most SP140-specific among 
5 antibodies that we tested. Furthermore, our ChIP-seq 
data has demonstrated a strong association between 
SP140 and several enhancer/strong transcription regions 
(Fig.  6c). GSK761 was able to reduce SP140 binding 
to those regions and as a consequence the global gene 
expression as represented in PCA in Fig.  6g. The dis-
placement of SP140 binding by GSK761 provides strong 
support for the specificity of the SP140 binding identified 
in our ChIP-seq study. Altogether, we should conclude 
from our data that SP140 functions as a gene expression 
activator rather than a repressor.

Analysis of the gene sets identified in our SP140 ChIP-
seq study suggested a role for SP140 in immune defense 
against microbes (in accordance with [58] and [59]) and 
some other diseases, such as graft-versus-host disease, 
cancers, and rheumatoid arthritis. The intestinal micro-
biota is thought to play a central role in the pathogenesis 
of CD, and subsequent investigations could consider the 
role of SP140 in this respect as a previous study linked 
SP140 SNPs to microbial dysbiosis in human intestinal 
microbiota [60]. In this study, ChIP-seq analysis was 
mainly focused on investigating SP140 binding to cod-
ing genes. However, by including non-coding RNA 
molecules, we observed very strong SP140 binding to 
a limited set of microRNAs (miRNAs) and long non-
coding RNAs (lncRNAs) mainly involved in tumorigen-
esis, such as the miRNAs: MIR3687 [61], MIR3648 [62], 
and MIR663A [63], and the IncRNAs: MALAT1 [64] 
and NEAT1 [64]. Accordingly, previous studies have 
demonstrated that certain BCPs (such as BRD4) are 
capable of binding and modulating the  transcription of 
some miRNAs and IncRNAs involved in tumorogenesis 
[65–67]. Contrary to the coding genes and the IncR-
NAs, GSK761 was unable to affect SP140 binding to 
miRNAs. This suggests that SP140 binding in these loca-
tions is independent of the PHD-Brd region with which 
GSK761 interacts; binding of SP140 to DNA via the 
SAND domain is one possibility. While not the focus of 
this study, other potential links between SP140 and can-
cer were observed, including high expression of SP140 in 
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chronic lymphocytic leukemia patients’ cells (although 
reduced expression in acute myelogenous leukemia), 
and high binding of SP140 to the FLOT1 gene, which has 
been implicated in tumorigenesis [36]

Conclusions
We conclude that SP140 is an epigenetic reader pro-
tein that regulates gene expression in macrophages in 
response to inflammatory stimuli, including those pre-
sent in the CD intestinal mucosa of patients failing ther-
apy. Targeting SP140 with a selective inhibitor was shown 
to displace SP140 from chromatin and decrease inflam-
matory gene expression in macrophages. This study sug-
gests that SP140 inhibition could represent a promising 
approach for CD, which might include in addition to 
remission induction, the potential for combination with 
anti-TNF therapy.

Methods
In‑house GSK microarray profiler
Human gene expression data, along with accompany-
ing sample descriptions, was purchased from GeneL-
ogic (GeneLogic Division, Ocimum Biosolutions, Inc.) in 
2006, and later organized by sample type. Gene expres-
sion data for each sample had been determined using 
mRNA amplification protocols as recommended by Affy-
metrix (Affymetrix, Inc.) and subsequently hybridized 
to the Affymetrix U133_plus2 chip. Purchased data was 
subject to reported quality control measures including 
ratios for ACTB and GAPDH, as well as maximal scale 
factors as reported by Affymetrix MAS 5.0. Expression 
data was normalized using MAS5.0 with a target inten-
sity of 150.

Immunohistochemistry
An anti-SP140 antibody produced in rabbit (HPA006162; 
Sigma Prestige Antibody) was used to visualize SP140 
protein in a Cambridge Bioscience 69571061 Nor-
mal Human tissue microarray, a Cambridge Bioscience 
4013301 Human Autoimmune Array, a Cambridge Bio-
science 4013101 Human Colitis Array, and on in-house 
rheumatoid arthritis synovial samples. Anti-SP140 anti-
body was detected with a Leica polymer secondary anti-
body. Sections were de-waxed using proprietary ER1, 
low pH 6 and ER2, high pH 8 buffers for 20 min at 98 °C. 
Sites of antibody binding were visualized with peroxidase 
and DAB. Staining was performed on a Leica Bondman 
immunostaining instrument, using protocol IHC F.

Tissue immunofluorescence of SP140, CD68, and HLA‑DR
Paraffin-embedded tissue sections from inflamed and 
non-inflamed colon were obtained from patients with 
CD during surgical procedures, were first deparaffinized 

and washed with TBS. For antigen retrieval, slides 
were treated at 96 °C for 10 min in 0.01 M sodium cit-
rate buffer pH 6.0. The tissue sections were blocked and 
permeabilized with PBT (PBS, 0.1% Triton X-100 (Bio-
rad), 1% w/v BSA (Sigma-Aldrich)) and incubated with 
primary antibodies for 2 h (h) at room temperature 
(RT), to detect pan-macrophage marker CD68 (dilution 
1:200) (M0876, Dako), SP140 (dilution 1:200) (ab171141; 
Abcam) and mouse anti-human HLA-DR (dilution 1:100) 
(Becton Dickinson). After washing, slides were stained 
with the following secondary antibodies: polyclonal goat 
anti-Mouse Alexa Fluor488 to detect CD68 or HLA-DR 
protein (Green color) (A-11029, Invitrogen) or polyclonal 
goat anti-Rabbit Alexa Fluor546 to detect SP140 pro-
tein (Orange color) (A-11035, Invitrogen). Slides were 
mounted in SlowfadeGold reagent containing DAPI 
(4′,6-diamidino-2-phenylindole, Thermo Fisher) and 
imaged using a Leica DM6000B microscope equipped 
with LAS-X software (Leica Microsystems).

SP140 expression in ileal macrophages
Publicly available single-cell RNA sequencing data from 
11 involved (inflamed) and 11 paired uninvolved (unin-
flamed) ileal biopsies was downloaded from the sequence 
read archive accession number SRP216273 [24]. Raw 
reads were aligned against GRCh38 using Cellranger 
(v3.1.0). The resulting unique molecular identifier (UMI) 
count matrices were then imported into the R statisti-
cal environment (v3.6.3) whereupon the samples were 
analyzed in an integrative fashion using Seurat (v3.1.5) 
[68, 69]. Clustering analyses were performed using the 
top 2000 most variable genes and the top 15 principal 
components yielding 22 clusters whereupon they were 
visualized through UMAP (arXiv:1802.03426). Clusters 
8, 11, 13, 14, and 18 were annotated as epithelial cells 
(PTPRC−VIL1+CDH1+). Cluster 20 was annotated as the 
glial cells (PTPRC−ERBB3+PLP1+S100B+). Cluster 15 
was annotated as the fibroblasts (PTPRC−LUM+COL1A
1+COL1A2+). Cluster 16 was annotated as the endothe-
lial cells (PTPRC−FLT1+ICAM1+). Clusters 0, 2, 3, 4, 5, 
6, 7, 9, 10, 17, 19, and 21 were annotated as immune cells 
(PTPRC+). Cluster 0 was identified as the B cells (PTPRC
+MS4A1+CD19+CD27+JCHAIN−), Clusters 3, 9, and 
12 were annotated as the plasma cells (PTPRC−MS4A1−
CD19−CD27+JCHAIN+). Cluster 1, 5, and 10 were anno-
tated as the CD4 T cells (PTPRC+CD3D+CD4+CD8−). 
Clusters 2 and 4 were annotated as the CD8 T cells 
(PTPRC+CD3D+CD4−CD8+). Cluster 6 was anno-
tated as the mononuclear phagocytes (MNP) (PTPR
C+CD68+FCER1A+CD163+MRC1+CD14+FCG
R3A+). Cluster 7 was annotated as the natural killer 
(NK) cells (PTPRC+CD8A+NKG7+NCAM1+). 
Cluster 17 was annotated as the type 2 innate 
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lymphoid cells (PTPRC+AREG+IL7R+KLRB1+). 
Cluster 19 was annotated as mast cells (PTPRC+K
IT+TPSB2+TPSAB1+ITGAM+). Cluster 21 was 
annotated as the plasmacytoid dendritic cells (pDC) 
(PTPRC+CD1C+IRF4+IRF8+HLA−DPA1+IL3RA+). 
To further disentangle the MNPs, we redid the clustering 
and classification analysis on cluster 6 alone, which yielded 
10 subclusters. Clusters 6.2, 6.4, and 6.8 were annotated 
as monocytes (CD14+FCGR3A+). Cluster 6.0 was anno-
tated as the dendritic cells (DC) (CD1C+CLEC4A+HLA−
DQA1+). Clusters 6.5 and 6.6 were annotated as 
macrophages (CD168+FCER1A+MRC1+), which were 
notably inflammatory (TNF+IL6+). Cluster 6.1 and 6.3 
were dead or dying DCs and macrophages, respectively as 
they presented a high percentage of mitochondrial reads 
and a low number of unique genes per cell. Cluster 6.9 was 
a dead or dying cell population as well but could not be 
annotated to any of the MNPs. Similarly, cluster 6.7 did not 
fit any of the known MNPs. The monocyte development 
trajectories were inferred using slingshot (v1.6.1) [70]. 
Differential abundance analyses were performed using 
the Wald test as implemented in DESeq2 (v1.24.0). Com-
parative percentage non-zero cells were performed using 
t-tests.

Isolation, differentiation, and polarization of primary 
human monocytes and THP‑1 cells
Peripheral blood mononuclear cells (PBMCs) were 
obtained from whole blood of healthy donors (from San-
quin Institute Amsterdam or from GSK Stevenage Blood 
Donation Unit) by Ficoll density gradient (Invitrogen). 
 CD14+ monocytes were positively selected from PBMCs 
using CD14 Microbeads according to the manufacturer’s 
instructions (Miltenyi Biotec).  CD14+ cells were differen-
tiated with 20 ng/mL of macrophage colony-stimulating 
factor (M-CSF) (R&D systems) for 3 days followed by 
3 days of polarization into naïve macrophages (“M0”) 
(media only) [71], classically activated (inflammatory) 
“M1” macrophages (100 ng/mL IFN-γ; R&D systems) 
[71], or alternative activated (regulatory) “M2” mac-
rophages (40 ng/mL IL4;R&D systems) [71]. Human 
monocytic cell line (THP-1) cells were differentiated 
with 100 nM phorbol myristate acetate (Sigma-Aldrich) 
for 3 days and then the same polarization protocol was 
performed. Cells were incubated in Isocove’s modified 
Dulbecco’s medium (Lonza) supplemented with 10% fetal 
bovine serum (FBS) (Lonza), 2 mM l-glutamine (Lonza), 
100 U/mL penicillin (Lonza), and 100 U/mL streptomy-
cin (Lonza), at 37 °C, 5 %  CO2.

siRNA‑mediated SP140 knockdown
Human “M1” macrophages were generated in vitro from 
human primary  CD14+ monocytes as described above. 
“M1” macrophages were transfected with siGENOME 
human smartpool SP140 siRNA or non-targeting scram-
bled siRNA for 48 h with DharmaFECT™ transfection 
reagents according to manufacturer’s protocol (Dhar-
macon). The cells were left unstimulated or stimulated 
with 100 ng/mL LPS (E. coli 0111:B4; Sigma) for 4 h 
(for qPCR) or 24 h (for Elisa). The supernatant was har-
vested for cytokine measurement and the cells were lysed 
(ISOLATE II RNA Lysis Buffer RLY- Bioline) for RNA 
extraction.

RNA isolation and reverse transcriptase, polymerase chain 
reaction (PCR), and real‑time quantitative PCR
Total RNA was extracted from macrophages using 
RNeasy Mini Kit (Qiagen) following the manufac-
turer’s instructions. The concentration of RNA was 
determined using spectrophotometry (Nano-Drop 
ND-1000). Complementary DNA (cDNA) was syn-
thesized with qScript cDNA SuperMix (Quanta Bio-
sciences). PCR amplification of SP140, SP100, SP110, 
SP140L, BRDT, BRD2, BRD3, BRD4, BRD9, EP300, 
BAZ2A, BAZ2B, PCAF, CREBBP, TNF, IL6, IL10, 
IL8, CCL5, CCL22, CD206, and CD64 was performed 
by Fast Start DNA  Masterplus SYBR Green I kit on 
the Light Cycler 480 (Roche, Applied Science). Rela-
tive RNA expression levels were normalized to the 
geometric mean of two reference genes RPL37A and 
ACTB. Primer sequences are listed in Additional file 4: 
Table S3.

Immunofluorescence cell staining
Primary human monocyte-derived macrophages were 
polarized to “M1” phenotype on coverslips. The cells 
were fixed with 4% paraformaldehyde and then per-
meabilized in 0.2% Triton (Biorad)/PBS. Blocking 
buffer 2% BSA (Sigma-Aldrich) was added for 30 min. 
Rabbit polyclonal anti-SP140 antibody (dilution 1:200) 
(ab171141; Abcam) or mouse polyclonal anti-SP100 
antibody (dilution 1:200) (ab167605; Abcam) were 
added for 2 h) followed by 2 h of secondary antibody, 
Polyclonal goat anti-Rabbit, Alexa Fluor546 (A-11035, 
Invitrogen) (dilution of 1:1000), or goat anti-mouse, 
Alexa Fluor546 (A-21123, Life Technologies) (dilution 
of 1:500), respectively. DAPI (Thermo Fisher) was used 
for nuclear detection.
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Microarray
RNA from human “M1” macrophages transfected with 
SP140 siRNA or scrambled siRNA was extracted using 
a RNeasy mini kit (Qiagen). One hundred fifty nano-
grams total RNA was labelled using the cRNA labelling 
kit for Illumina BeadArrays (Ambion) and hybridized 
with Ref8v3 BeadArrays (Illumina). Arrays were scanned 
on a BeadArray 500GX scanner, and data were normal-
ized using quantile normalization with background sub-
traction (GenomeStudio software; Illumina). Genes with 
negative values were removed from the analysis. Differen-
tially expressed genes (DEGs) had a P-value <0.05 (analy-
sis of variance). The data were analyzed in R (v3.6.3) and 
R2 Genomics Analysis and Visualization Platform-UMC 
(r2.amc.nl). Gene ontology overrepresentation analyses 
were performed in ShinyGO v0.60 [72].

Discovery and synthesis of the compounds
The development of a selective inhibitor of SP140 (GSK761)
To identify selective SP140 binding compounds, we uti-
lized encoded library technology to screen the GSK 
proprietary collection of DNA-encoded small molecule 
libraries (DELs) of more than 1 billion unique molecules 
[31, 32]. Affinity selection utilizing a recombinant protein 
construct spanning the PHD and Brd domains of SP140 
was carried out. The SP140 (687-867) protein was first 
immobilized on an Anti-Flag resin tip (Phynexus), a pool 
of DEL molecules was passed over the bound protein for 
1 h and the non-binders were washed away. The protein 
was denatured at 80 °C, and the bound library molecules 
were recovered. Two additional rounds of selection were 
performed, using fresh protein at each round. In addition, 
a parallel selection with Anti-Flag resins only was carried 
as a no-target control to eliminate matrix binders. After 
three rounds of selection, the DNA tags of the eluted 
population were PCR amplified and sequenced, and the 
sequences were translated to identify structures of puta-
tive SP140 binders. One disynton series (combination of 
two building blocks) of putative SP140 binders was iden-
tified from a three-cycle benzimidazole library (Fig. 4a). 
The library was synthesized by first installing the DNA 
head piece to two BB1 nitrobenzoic acids (i.e., 3-fluoro-
4-nitrobenzoic acid and 4-fluoro-3-nitrobenzoic acid) by 
SNAr reactions. After reduction of the nitro group to an 
amine group, 1456 BB2 aldehydes were incorporated to 
the DNA-linked anilines through reductive alkylation. 
Finally, 3157 BB3 amines were used to cap the free acids 
via the amide bond formation. This library contains 9.19 
million different compounds, each of which is encoded 
by a unique DNA tag. The analysis of the affinity selec-
tion output was performed in a Spotfire cube view with 
each axis represents a cycle of diversity in the library. In 
Fig. 4b, individual points, corresponding to discrete small 

molecule warheads enriched from this benzimidazole 
library, are shown and sized according to the number of 
unique instances recorded by DNA sequencing. Families 
of related compounds are of particular interest because 
they contain one or more building blocks in common and 
are easily recognized in these views as lines or planes. A 
family of small molecule warheads defined by a combina-
tion of 4-fluoro-3-nitrobenzoic acid (BB1) and 3-(2-(tert-
butoxy)ethyl) aniline (BB3) was identified through a 
highly populated line in the cube view plot (Fig.  4b). 
The most enriched warhead from this line is defined by 
a trisynthon combination of 4-fluoro-3-nitrobenzoic 
acid (BB1), 4-formylbenzoic acid (BB2), and 3-(2-(tert-
butoxy)ethyl)aniline (BB3) and shown significant higher 
copy numbers than other warheads on the line. This 
most enriched warhead was chosen for hit confirmation 
by off-DNA synthesis which yielded the small molecule, 
GSK761 (Fig. 4b, c). More details about the development 
of a selective inhibitor of SP140 (GSK761) are added in 
Additional file 16.

The text describing the discovery and the synthesis 
of different other compounds (GSK064, GSK675, and 
GSK306) is added as Additional file 16.

Fluorescence polarization (FP) binding affinity studies
6HisFLAGTEVSP140 (687-867) was serially diluted in 
the presence of 3 nM GSK064 in assay buffer (50 mM 
HEPES, pH 7.5, 150 mM NaCl, 0.05% Pluronic F-127, 
1 mM DTT) in a total assay volume of 10 μl. Follow-
ing incubation for 60 min, FP was measured on a Per-
kin Elmer Envision multi-mode plate reader, by exciting 
the Alexa647 fluorophore of GSK064 at a wavelength of 
620 nm and then measuring emission at 688 nm in both 
parallel and perpendicular planes. The FP measurement, 
expressed as milliP (mP), was then calculated using the 
following equation;

These data were then used to calculate an apparent 
Kd value by application of the following Langmuir-Hill 
equation;  AB = (A0 + B)/(Kd + B) where AB is the con-
centration of the bound complex, A0 is the total amount 
of one binding molecule added, B is the free concentra-
tion of the second binding molecule, and Kd is the dis-
sociation complex. For  IC50 determination, GSK761 was 
serially diluted in DMSO (1% final assay concentration) 
and tested in the presence of 50 nM SP140 and 3 nM 
GSK064 in the same assay buffer and volume as above. 
Reactions were incubated for 60 min, and  IC50 values 
calculated using a four-parameter logistic equation; 
y = x/ 1+ I

IC50 nH+ D  where y is the mP signal in 
the presence of the inhibitor at concentration I, x is the 

mP =

(

parallel fluorescence intensity
)
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mP signal without the inhibitor,  IC50 is the concentration 
of the inhibitor that gives 50% inhibition, nH is the Hill 
coefficient, and D is the assay background.

Pull‑down of endogenous SP140 and Halotag‑transfected 
SP140 with GSK761
HuT78 cells were stimulated with 100 ng/mL anti-CD3 
antibody (in-house reagent) and 3 mg/mL anti-CD28 
antibody (in-house reagent) for 96 h. Nuclear extract 
from HuT78 cells (endogenous SP140) was prepared fol-
lowing the manufacturer’s protocol (Active Motif nuclear 
extract and co-IP kit). Protein concentration was deter-
mined by Bradford Assay (Pierce). Nuclear extracts were 
incubated with GSK675 (biotinylated GSK761) prebound 
to streptavidin Dynabeads (Thermo Fisher). Dynabeads 
were incubated with 2X SDS reducing buffer (Invitro-
gen) and the eluted proteins resolved on a 4–12% Bis-Tris 
SDS-PAGE (Invitrogen) with MagicMark (Invitrogen) 
and SeeBlue 2 (Invitrogen) protein ladders. The gel was 
subjected to Western blotting (Invitrogen) and incu-
bated with Rabbit anti-SP140 antibody (HPA-006162; 
Sigma) followed by anti-rabbit IgG HRP (A4914; Sigma). 
The Western blot was developed with Super Signal West 
femto kit (Thermo Fisher) and imaged on Carestream 
chemilluminescence imager (Kodak). A chimeric gene 
encoding Halo-SP140 was synthesized using overlap-
ping oligonucleotides and cloned in an expression vec-
tor pCDNA3.1. HEK293 cells were transfected with 
an  expression vector using Lipofectamine and incu-
bated for 24 h. The transfected cells were labelled with 
HaloTag TMR ligand following the manufacturer’s pro-
tocol (HaloTag® TMR Ligand Promega). Nuclear extract 
from transfected HEK293 cells (Halo-SP140) was pre-
pared, and SP140 immunoprecipitation was carried out 
as described above. Eluted proteins were resolved on a 
4–12% Bis-Tris SDS-PAGE gel (Invitrogen) with SeeBlue 
2 (Invitrogen) protein ladder. Halo-SP140 was visualized 
using Versa Doc scanner and 520LP UV Transillumina-
tor. The original images of the full-length blots from 
which Fig. 4g was derived are added in Additional file 1: 
Fig. S11.

BROMOscan® bromodomain profiling
BROMOscan® bromodomain profiling was provided by 
Eurofins DiscoverX Corp (Fremont, CA, USA, http:// 
www. disco verx. com). Determination of the Kd between 
test compounds and DNA-tagged bromodomains was 
achieved through binding competition against a propri-
etary reference immobilized ligand.

Cell penetration assessment assay of GSK761
Intracellular GSK761 compound concentration was 
measured by RapidFire Mass Spectrometry utilizing the 
methodology described by [33].

Cell viability and cytotoxicity assays
“M1” macrophages were generated in vitro from human 
primary  CD14+ monocytes as described above. “M1” 
macrophages were plated into an opaque-walled 96-well 
plate at 10 ×  105 cells per well and incubated with a 
concentration gradient of GSK761 (0.04–1.11 μM) for 1 
h (0.1% DMSO was used as control). The cells were left 
unstimulated or stimulated with 100 ng/mL LPS for 24 h. 
Cell viability was assessed using CellTiter-Glo® Lumines-
cent Cell Viability Assay kit (Promega) according to the 
manufacturer’s protocol. This assay quantifies ATP, an 
indicator of metabolically active cells. An equal volume 
of freshly prepared CellTiter-Glo® reagent was added 
to each well, the plate was shaken for 10 min at RT, and 
luminescent signals were recorded using a plate reader 
(SpectraMax M5). The index of cellular viability was cal-
culated as the fold change of luminescence with respect 
to untreated control cells.

Cell viability was also determined using Muse® Count 
& Viability Kit (Luminex Corp) according to the manu-
facturer’s protocol and measured on the Guava® Muse® 
Cell Analyzer (Luminex Corp).

Histone H3 peptide displacement
Various H3 peptides (Anaspec library (https:// www. 
anasp ec. com/)) were serially diluted in DMSO (1% final 
assay concentration) and tested in the presence of 10 
nM GSK306 (FAM-labelled version of GSK761) and 80 
nM 6HisFLAGTEVSP140 (687-867) (2x apparent Kd for 
this ligand) in 50 mM HEPES (Sigma-Aldrich), pH 7.5, 
50 mM NaCl (Sigma-Aldrich), 1 mM CHAPS (Sigma-
Aldrich), and 1 mM DTT (Sigma-Aldrich) in a total vol-
ume of 10 μl. Reactions were incubated for 30 min, and 
FP was measured on a Perkin Elmer Envision multi-mode 
plate reader (PerkinElmer), by exciting the FAM fluoro-
phore of GSK306 at a wavelength of 485 nm and then 
measuring emission at 535 nm in both parallel and per-
pendicular planes. The FP measurement, expressed as 
milliP (mP), was then calculated as described previously, 
and normalized to free and bound ligand controls to 
determine % response.  IC50 values were calculated using 
the described four-parameter logistic equation.

Modified histone peptide array with SP140
Modified histone peptide arrays (Active Motif ) were 
used to screen the interaction of SP140 PHD-Brd with 
59 acetylation, methylation, phosphorylation, and citrul-
lination modifications on the N-terminal tails of histones 

http://www.discoverx.com
http://www.discoverx.com
https://www.anaspec.com/
https://www.anaspec.com/
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H2A, H2B, H3, and H4. Each peptide array contains 384 
unique histone modification combinations in duplicate. 
In brief, the array slides were incubated with 3% BSA 
(Sigma) to block non-specific binding sites, followed by 
10 mg/mL of 6His-Flag-Tev-SP140-PHD-Brd (687-867) 
protein or with no protein (negative control). The slides 
were then washed and incubated with α-6His Tag anti-
body (ab9108, Abcam) and α-rabbit IgG HRP antibody 
(A4914, Sigma) and stained with Super signal West femto 
kit (Thermo Scientific) according to the manufacturer’s 
instructions. The data were processed on Fujifilm LAS-
3000 imager. All positive and negative signals and the 
corresponding peptide location can be tracked in Addi-
tional file 15: Table S15.

SP140/histone nano‑bioluminescence resonance energy 
transfer™ (NanoBRET™) assay testing
The NanoBRET™ System is a proximity-based assay that 
can detect protein interactions by measuring energy 
transfer from a bioluminescent protein donor Nano-
Luc® (NL) to a fluorescent protein acceptor HaloTag® 
(HT). Briefly, SP140-NL and Hitone3.3-HT DNA were 
transfected into HEK293 cells using the following ratios: 
1:1, 1:10, and 1:100, respectively. Signal window was 
determined by relative NL/HT-fused protein expres-
sion. Minus HT controls were used as the baseline in this 
experiment for each condition. The data is presented as 
NanoBRET response (mBU) which is dependent on the 
presence of the HT Ligand, and by microscopic imag-
ing of NL/HT-fused protein signal. For more infor-
mation about NanoBRET assay protocol, check the 
following: https:// www. prome ga. com/-/ media/ files/ 
resou rces/ proto cols/ techn ical- manua ls/ 101/ nanob ret- 
prote inpro tein- inter action- system- proto col. pdf? la= en.

Flow cytometry (FACS)
Primary human  CD14+ monocytes were positively 
selected from PBMCs using CD14 Microbeads accord-
ing to the manufacturer’s instructions (Miltenyi Biotec) 
and differentiated for 3 days with 20 ng/mL M-CSF. The 
monocytes were then washed with PBS and treated with 
0.1% DMSO or 0.04 μM GSK761. After 1 h, 100 ng/mL 
IFN-γ (R&D systems) was added to the cells to generate 
“M1” macrophages. After 3 days of incubation, the cells 
were harvested and subsequently permeabilized using 1% 
Saponin (Sigma-Aldrich) for 10 min on ice. Cells were 
then stained using the conjugated antibodies; PerCP-Cy5 
mouse anti-human CD64 (dilution 1:50) (305023, Biole-
gend) and PE mouse anti-human CD206 (dilution 1:20) 
(2205525, Sony Biotechnology). The analysis was per-
formed by flow cytometry (FACS) using the LSRFortessa 
and FACSCalibur (both BD Biosciences). FlowJo (BD 
LSRFortessa™ cell analyzer) was used for data analysis.

Cytokine analysis
Cytokine expression in the supernatant of DMSO- or 
GSK761-treated “M1”  macrophages (LPS-stimulated or 
unstimulated) were measured using electro-chemilumi-
nescence assays (Meso Scale Discovery [MSD])-Human 
ProInflammatory 7-Plex Tissue Culture Kit (IFN-γ, IL-1β, 
IL-6, IL-8, IL-10, IL-12p70, TNF) according to the manu-
facturer’s protocols and analyzed on an MSD 1250 Sec-
tor Imager 2400 (Mesoscale). Supernatant IL-6, IL-8, and 
TNF from SP140 siRNA or scrambled-treated “M1” mac-
rophages (LPS-stimulated or unstimulated) were deter-
mined by sandwich enzyme-linked immunosorbent assay 
(ELISA; R&D systems) according to the manufacturer’s 
protocol.

Customized qPCR array
Human “M1” macrophages were generated in vitro from 
human primary  CD14+ monocytes as described above 
(from 5 independent donors). “M1” macrophages were 
treated either with 0.1% DMSO or 0.04 μM GSK761 for 
1 h. The cells were then washed with PBS and stimulated 
with LPS for 4 h. Total RNA was isolated using RNeasy 
Mini Kit (Qiagen) and treated with DNaseI (Qiagen) 
according to the manufacturer’s instructions. RNA was 
reverse transcribed using the First-Strand Synthesis Kit 
(Qiagen) and loaded onto a customized RT [2] profiler 
array for selected 89 genes according to the manufactur-
er’s instructions (Qiagen) and run on QuantStudio 7 Flex 
(software v1.0). Qiagen’s online GeneGlobe Data Analysis 
Center (https:// geneg lobe. qiagen. com/ us/ analy ze/) was 
used to determine the DEGs. The data was presented as 
a scatter plot. All data were normalized to the geometric 
mean of two reference genes (RPL37A and ACTB). The 
list of genes included in this experiment was selected 
from DEG in SP140 silenced “M1” macrophages in [10] 
and from our MSD, qPCR, and microarray datasets of 
SP140 silenced “M1” macrophages.

Genome‑wide expression profiling (RNA sequencing 
(RNA‑seq))
“M1” macrophages were generated in vitro from human 
primary  CD14+ monocytes as described above (from 3 
independent donors). “M1” macrophages were incubated 
for 1 h with either 0.1% DMSO or 0.04 μM GSK761. 
“M1” macrophages were then kept unstimulated or stim-
ulated with 100 ng/mL LPS (E. coli 0111:B4; Sigma) for 4 
or 8 h. Total RNA was isolated from macrophages using 
the RNAeasy mini kit (Qiagen) and transcribed into 
cDNA by qScript cDNA SuperMix (Quanta Biosciences) 
according to the manufacturer’s instructions. Sequencing 
of the cDNA was performed on the Illumina HiSeq4000 
to a depth of 35M reads at the Amsterdam UMC Core 
Facility Genomics. Quality control of the reads was 

https://www.promega.com/-/media/files/resources/protocols/technical-manuals/101/nanobret-proteinprotein-interaction-system-protocol.pdf?la=en
https://www.promega.com/-/media/files/resources/protocols/technical-manuals/101/nanobret-proteinprotein-interaction-system-protocol.pdf?la=en
https://www.promega.com/-/media/files/resources/protocols/technical-manuals/101/nanobret-proteinprotein-interaction-system-protocol.pdf?la=en
https://geneglobe.qiagen.com/us/analyze/
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performed with FastQC (v0.11.8) and summarization 
through MultiQC (v1.0). Raw reads were aligned to the 
human genome (GRCh38) using STAR (v2.7.0) and anno-
tated using the Ensembl v95 annotation. Post-alignment 
processing was performed through SAMtools (v1.9), 
after which reads were counted using the featureCounts 
application in the Subread package (v1.6.3). Differential 
expression (DE) analysis was performed using DESeq2 
(v1.24.0) in the R statistical environment (v3.6.3), in R2 
Genomics Analysis and Visualization Platform-UMC (r2.
amc.nl) and ShinyGO v0.60 [72].

Chromatin immunoprecipitation (ChIP)
“M1” macrophages were generated in vitro from human 
primary  CD14+ monocytes as described above  (107 cells 
were used for each condition). “M1” macrophages were 
either incubated for 1 h with 0.1% DMSO or with 0.04 
μM GSK761 and left unstimulated or simulated with 100 
ng/mL LPS for 1 or 4 h. The cells were cross-linked with 
1% formaldehyde for 10 min at RT and quenched with 2.5 
M glycine (Diagenode) for 5 min at RT. The ChIP assay 
was performed using the iDeal ChIP kit for Transcription 
Factors (Diagenode) and sonication was performed using 
the  PicoruptorTM (Diagenode) according to the manu-
facturer’s protocols. Chromatin shearing was verified by 
migration on a 1% agarose gel (E-Gel, Thermo Fisher) 
and visualized using E-Gel imager (Thermo Fisher). 
Immunoprecipitation was performed with a polyclonal 
SP140 antibody (H00011262-M07, Abnova). DNA was 
purified using IPure kit (Diagenode) according to the 
manufacturer’s protocol. For validation, quantitative 
real-time ChIP-qPCR was performed on DNA isolated 
from input (unprecipitated) chromatin and SP140 ChIP 
DNA with primer pairs specific for the TSS of TNF and 
IL6 genes. For detailed PCR primer sequences, please 
see Additional file  4: Table  S3. Quantitative PCR was 
performed using SYBR Green (Applied Biosystems) and 
StepOnePLus (Applied Biosystems). Results were quanti-
tated using the delta–delta CT (ΔΔCT) method. Librar-
ies of input DNA and ChIP DNA were prepared from 
gel-purified >300–base pair DNA.

Global profiling of chromatin binding sites
The DNA was used to generate sequencing libraries 
according to the manufacturer’s procedure (Life Tech-
nologies). The DNA was end polished and dA tailed, and 
adaptors with barcodes were ligated. The fragments were 
amplified (eight cycles) and quantified with a Bioanalyzer 
(Agilent). Libraries were sequenced using the HiSeq PE 
cluster kit v4 (Illumina) with the HiSeq 2500 platform 
(Illumina), resulting in 125-bp reads. FastQ files were 
adapter clipped and quality trimmed using BBDukF (java 

-cp BBTools.jar jgi.BBDukF -Xmx1g in=fastqbef.fastq.gz 
out=fastq.fastq minlen=25 qtrim=rl trimq=10 ktrim=r 
k=25 mink=11 hdist=1 ref=adapters.fa). Subsequently, 
the reads were mapped to NCBI37/HG19 using Bow-
tie (bowtie2 -p 8 -x hg19 fastq.fastq > sample.sam) and 
sorted and converted into bam files using samtools. Peaks 
were called using MACS2, with the reads being extended 
to 200 bp (callpeak --tempdir /data/tmp -g hs -B -t sam-
ple.bam -c control.bam -f BAM -n result/ --nomodel 
--extsize 149) and duplicates removed. BDG files were 
binned in 25-bp regions and loaded in the R2 platform 
(r2.amc.nl) for subsequent analyses and visualization. For 
motif analyses, Summits obtained from the MACS2 anal-
yses were extended by 250 bases and subsequently ana-
lyzed on a repeat masked hg19 genome with HOMER to 
identify over-represented sequences (both known as well 
as de novo). The data was uploaded and analyzed in R2 
Genomics Analysis and Visualization Platform-UMC (r2.
amc.nl).

SP140 inhibition in isolated human mucosal macrophages
Colon tissues were obtained during surgery procedures 
from patients with CD. Patients’ characteristics are 
added as Additional file  14: Table  S14. The mucosa was 
stripped and dissociated in GentleMACS tubes in diges-
tion medium (DM; complete medium (RPMI 1640 with 
PGA/L-glutamine/10% FCS) with 1 mg/mL Collagenase 
D (Roche), 1 mg/mL soybean Trypsin inhibitor (Sigma), 
50 μg/mL DNase I (Roche)), and then mechanically dis-
sociate on GentleMACS using program B01. The mucosa 
was then incubated in DM for 1 h at 37 °C while shak-
ing. During digestion, the dissociation was repeated two 
times. The tissue suspension was passed through a cell 
strainer (200–300 um) and centrifuged at 1500 rpm for 
10 min. The dissociated cells were resuspended in cold 
MACS Buffer, and macrophages were isolated using 
CD14 MicroBeads according to the manufacturer’s 
instructions (MiltenyiBiotec). The macrophages were 
incubated with either 0.1% DMSO or 0.04 μM GSK761 
for 4 h. RNA was extracted as described above, and gene 
expression of IL6, TNF, IL10, and CD64 was measured 
by qPCR. All data were normalized to the reference gene 
ACTB.

Statistics analysis
Statistical analysis was performed with GraphPad Prism 
v8.0.2.263 (GraphPad Software Inc.). For group analysis, 
data were subjected to one-way ANOVA or Student’s 
t test. The two-tailed level of significance was set at p ≤ 
0.05 (*), 0.01 (**), 0.001 (***), or 0.0001 (****) for group 
differences. Data is shown as mean ± SEM. The figures 
were prepared using Inkscape 0.92.4.
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Supplementary Information
The online version contains supplementary material available at https:// doi. 
org/ 10. 1186/ s12915- 022- 01380-6.

Additional file 1: Supplementary figures 1‑11: Supplementary 
figure 1. SP140 expression is associated with inflammatory diseases. (a) 
SP140 protein harbors three functional domains: the epigenetic readers 
bromodomain (Brd) and a plant homeodomain (PHD) finger that dock 
histone post-translational modifications (acetylation and methylation 
marks, respectively) and SAND DNA-binding protein domain that docks 
DNA. In addition, SP140 also contains nuclear localization signal (NLS) and 
homogeneously-staining region (HSR). (b) Immunohistochemistry of 
SP140 in ulcerative colitis (colon), appendicitis (appendix), sarcoidosis 
(lung), psoriatic arthritis (synovium), rheumatoid arthritis (synovium), 
Hashimoto’s thyroiditis (thyroid) and Sjogren’s syndrome (cervical cyst). 
SP140 is illustrated by peroxide staining. Supplementary figure 2. Cell 
clustering analysis in ileal tissue. Publicly available single-cell RNA 
sequencing (Martin et al) was used to illustrate SP140 expression in 
intestinal (ileum) macrophages in inflamed (n=11) and uninflamed 
(n=11) tissue CD patients. (a and b) UMAP annotated by the 22 clusters as 
identified on the basis of the top 2000 most variable genes and the top 15 
principal components alongside the marker genes used to identify the 
various cell types. (c) Visual illustration of the expression of various 
monocyte, macrophage and dendritic cell markers. Darker blue represents 
more reads per cell. (d) Comparative abundance analyses of the different 
cell types when comparing inflamed with uninflamed. Graphs are ranked 
by p-values, which were calculated through the Wald test as implemented 
in DESeq2. (e) Subsequent clustering analyses of the MNPs in cluster 6 
were performed using the top 2000 most variable genes and the top 5 
principal components yielding 10 subclusters. (f ) Visual illustration of the 
estimated trajectory of cell development along the monocyte-to-mac-
rophage/DC axis. Supplementary figure 3. Inflammatory stimulus 
induces SP140 expression. (a,b) Relative gene expression of CD64, CCL5, 
CD206 and CCL22 in “M0”, “M1” and “M2” macrophages derived from (a) 
human primary  CD14+ monocytes or (b) from THP-1 cells, n=4. (c) 
Relative gene expression of SP140 in “M0”, “M1” and “M2” macrophages 
derived from THP-1 cells, n=5. (d) Immunofluorescence staining of SP140 
in “M1” and “M2” macrophages derived from THP-1 cells. DAPI staining 
nucleus in blue and SP140 speckles in red. Scale bar: 3μm. (e) Relative 
gene expression of SP140, CCL5 and CD206 after 24h of 100 ng/mL 
LPS-stimulated or unstimulated “M0”, “M1” and “M2” macrophages derived 
from human primary  CD14+ monocytes, n=4. Relative gene expression 
was measured by qPCR. Statistical significance is indicated as follows: 
*P < 0.05, **P < 0.01, ***P < 0.001, ****P < 0.0001. Supplementary 
figure 4. Expression of BCPs in inflammatory macrophage subsets. (a) 
Relative gene expression (qPCR) of 12 BCPs; SP100, SP110, SP140L, BRD2, 
BRD3, BRD4, BRD9, PCAF, EP300, CRBBP, BAZ2A and BAZ2B in “M0”, “M1” and 
“M2” macrophages derived from human primary  CD14+ monocytes, n= 4 
to 8. (b) Relative gene expression of SP110 and SP100 in “M1” macrophages, 
transfected with siRNA against SP140 (gray bars) or a scrambled control 
siRNA (black bars), and then stimulated or not with LPS (100 ng/mL for 
4h). (c) Immunofluorescence staining of SP140 in “M1” macrophages, 
transfected with siRNA against SP140 or a scrambled control siRNA, and 
then stimulated with LPS (100 ng/mL for 24h). SP140 speckles (red dots) 
were imaged and SP140 nuclear bodies were counted. DAPI (blue) was 
used to stain the nucleus. Scale bar: 3μm. Supplementary fig‑
ure 5. GSK761 lowers the expression of the M1 macrophage polarization 
marker TNF and supports the anti-inflammatory effect of infliximab. (a) 
ATP luminescence measurement within “M1” macrophages treated with 
an increasing concentration of GSK761 (0.01, 0.04, 0.12, 0.37. 1.11 μM) or 
1% DMSO in presence or absence of 100 ng/mL of LPS for 24h, n=6, 
statistical significance is indicated as follows: *P < 0.05, **P < 0.01. The Y axis 
indicates the fold change in detected ATP luminescence (relative to 
unstimulated DMSO control). (b) “M1” macrophages were pretreated with 
0.1% DMSO or with GSK761 (0.04 μM, 0.12 μM or 0.37 μM), and then 
stimulated with 100 ng/mL for 24h. The cells were stained with Muse® 
Count & Viability Reagent, and then analyzed on the Muse® Cell Analyzer. 
The data shown as viability vs nucleated cells and presented as % viability. 

(c) Gating strategy (belongs to Fig. 1.b and d) (d) Primary human  CD14+ 
monocytes were differentiated with 20 ng/mL M-CSF for 3 days. The cells 
were then washed with PBS and treated with 0.1% DMSO or 0.04 μM 
GSK761 for 1h prior to 3 days polarization to “M1” phenotype with 100 ng/
mL INF-γ (DMSO and GSK761 were not washed and kept in the culture 
during the 3 days of polarization). TNF gene expression was measured by 
qPCR, n=3. (e) “M1” macrophages were treated with only media, 0.04 μM 
GSK761, 0.1 μg/mL Infliximab (anti-TNF antibody) or with both 0.04 μM 
GSK761 + 0.1 μg/mL Infliximab for one hour prior of LPS stimulation (100 
ng/mL) for 24h. TNF protein release in the supernatant was measured with 
ELISA. Supplementary figure 6. SP140 protein binds to histone H3. (a) 
Modified histone peptide arrays screening the interaction of SP140-PHD-
Brd (687-867) with 59 acetylation, methylation, phosphorylation and 
citrullination modifications on the N-terminal tails of histones peptides; 
H2A, H2B, H3 and H4. The experiment was performed in duplicate. (b) 
IC50 (0.36 +/- 0.03 μM) for the displacement of GSK761 from SP140 by H3 
peptide (1-21, ARTKQTARKSTGGKAPRKQLA). (c) IC50 for the displacement 
of GSK761 by H3 peptide (circles) compared to IC50s for H3 peptide 
tri-methylated at position K4 (1-21, H3K4(3Me)) (Squares) and H3 peptide 
tri-methylated at position K14 (1-21, H3K14(3Me)) (10 +/- 1 and 0.28 + 
0.03 μM, respectively). (c) IC50s for the displacement of a range of 
modified H3 and truncated peptides. Open circles; Biotinylated (B) H3 
peptide (1-21, IC50 = 0.51 μM), open squares; Biotinylated H3K9(Ac) (1-21, 
IC50 = 2.22 μM), open triangles up; Biotinylated H3K4(3Me)K9(Ac) (1-21, 
IC50 = 11.32 μM), open triangles down; Biotinylated H3K4(3Me) (1-21, 
IC50 = 17.66 μM), open diamonds; biotinylated H3K14(Ac) (1-21, IC50= 
0.43 μM), open octagon; H3K4(3Me) (1-10, IC50 = 12.47 μM), plus symbol; 
H3K4(3Me) (1-21, IC50 = 6.10 μM), star symbol; biotinylated H3(+YCK ) 
(1-18 +YCK, IC50 = 0.27 μM), solid circle; H3K4(Ac)K14(3Me) (1-21, IC50 = 
13.10 μM), solid square; H3K4(3Me)K14(Ac) (1-21 IC50 = 9.99 μM and solid 
triangle up; biotinylated H3 (1-9 IC50 = 2.83 μM). (d) Peptides tested and 
data not shown (due to no fit); Biotinylated H3K14(Ac) (9-20), Biotinylated 
H3 (15-40) and Biotinylated H3 (5-24). (e) SP140-NL and Histone3.3-HT 
DNA were transfected into HEK293 cells. NL/HT-fused protein green signal 
was imaged by microscopy (left) and NanoBRET response (mBU) was 
measured (right). Supplementary figure 7. GSK761 reduced SP140 
binding to the DNA. (a) SP140 precipitation with anti-SP140 polyclonal 
antibody (Sigma, HPA006162) in whole cell lysate from HuT78 cells, SP140 
transfected HeLa cells and untransfected HeLa cells. (b) Metagene created 
from normalized genome-wide average reads for SP140 binding at 
immune innate (red) and non-immune innate genes (blue), centered on 
TSS. (c) Roadmap comparing the DMSO versus GSK761 on the peaks that 
were called in both instances (In 1h LPS-stimulated “M1” macrophages). If 
the peaks in both conditions are overlapping, then we call them 
unaffected (a peak is found under both conditions) (right). If there was a 
peak in DMSO, but in the presence of GSK761, SP140 binding is reduced 
or absent, then this is described as ‘SP140 reduced’ (middle). Finally, if 
there was no peak called in DMSO samples, but a peak appears in the 
GSK761 condition, then SP140 binding is described as ’SP140 appears’ 
(left). For the circles: All have been compared to the epigenome roadmap 
data for 1 particular tissue (primary monocytes from peripheral blood). 
This provides an annotation for every 200bp region in the genome and 
states its association in 15 different categories. The narrow outer circle 
reflects the proportion of the annotated genome in that particular tissue 
(primary monocytes from peripheral blood). The thicker inner circle 
reflects the proportions of the annotated genome where SP140 binding is 
seen (base pair with the highest signal in a peak) for the peaks as termed 
above. The numbers inside the circles reflect the number of SP140 
enriched genes. (d) SP140 enrichment at H3K27ac in “M1” macrophages 
after 0h, 1h and 4h of 100 ng/mL LPS stimulation. Supplementary 
figure 8. GSK761 prevents SP140 enrichment at gene set involved in TNF 
signaling and antigen presentation. (a) A complete data set of hallmark 
pathway analysis for global DEGs in LPS-unstimulated or stimulated (4 or 
8h) “M1” macrophages (pretreated with 0.1% DMSO or 0.04 μM GSK761). 
The direction and color of the arrow indicate the direction and size of the 
enrichment score, the size of the arrow is proportional to the –log10 
(p-value), and non-transparent arrows represents significantly affected 
pathways, n=3. (b) An enrichment pathway analysis targeting TNF 
signaling for SP140 ChIP-seq (top) and RNA-seq (bottom) comparing 0.1% 
DMSO- with 0.04 μM GSK761 treated-“M1” macrophages at 0, 1 and 4h of 
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100 ng/mL LPS stimulation. (c) R2 TSS plot targeting TNF signaling 
pathway genes, comparing 0.1% DMSO with 0.04 μM GSK761 treated “M1” 
macrophages after 1h of 100 ng/mL LPS stimulation. The indicated genes 
in the graph present the most differentially bound genes (DBGs). (d) 
Heatmap of most DEGs that are involved in TNF signaling, comparing 0.1% 
DMSO with 0.04 μM GSK761 treated “M1” macrophages after 4h of 100 ng/
mL LPS stimulation. (e) SP140 ChIP-seq genome browser view of 
HLA-DMB, HLA-DMA, HLA-DQA, HLA-DPA1, HLA-DPB1, HLA-DPB2, HLA-C, 
HLA-B, HLA-F, HLA-A and BRD2. Y axis represents the signal score of 
recovered sequences in 0.1% DMSO and 0.04 μM GSK761 treated 
macrophages after 0, 1 and 4h of 100 ng/mL LPS stimulation. Supple‑
mentary figure 9. Genes that are involved in innate immune response 
showed the strongest concordant differential SP140 binding and 
differential gene expression.bComparative analyses of the top 1000 
differentially bound genes (DBGs) (peak signal resulted from comparing 
DMSO- vs GSK761-treated M1) with their gene expression (Wald statistic) 
(resulted from comparing DMSO- vs GSK761-treated M1). Comparative of 
gene expression at 8h LPS with ChIP at 1h LPS (top) and gene expression 
at 8h LPS with ChIP at 4h LPS (bottom). Supplementary fig‑
ure 10. GSK761 reduces SP140 enrichment at several chemokine genes. 
(a) R2 TSS plot of chemokine-signaling genes, comparing 0.1% DMSO with 
0.04 μM GSK761-treated “M1” macrophages after 1h of 100 ng/mL LPS 
stimulation. The indicated genes in the graph represent the most DBGs 
involved in chemokine activity/response. (b, c) SP140 ChIP-seq genome 
browser view of some of most SP140 differentially bound chemokines at 
different time points of LPS stimulation in “M1” macrophages.SP140-
bound chemokines were highlighted. (d) Volcano plot of DEGs involved in 
chemokine signaling/genes after 1 h of 100 ng/mL LPS stimulation. 
Supplementary figure 11. The images of the full-length blots from 
which Fig. 4g was derived. Blue arrows indicate which ones were used to 
prepare the Fig. 4g.

Additional file 2: Table S1. Summary statistics for microarray data (SP140 
siRNA-“M1” macrophages vs scrambled siRNA-“M1” macrophages).

Additional file 3: Table S2. Summary statistics for microarray data (SP140 
siRNA-“M1” macrophages stimulated with 4h LPS (100 ng/mL) vs scram-
bled siRNA-“M1” with 4h LPS (100 ng/mL)).

Additional file 4: Table S3. Primer sequences used in the quantitative 
PCR analysis of the genes of interest. Table S4. GSK761 screen against 
human BCPs (Bromoscan assay) reveals no binding at Kd of ≤ 30000 nM 
(for most of tested BCPs) and at Kd of ≤ 21000 nM for PBRM1(5), indicating 
a high degree of specificity of GSK761 for SP140.

Additional file 5: Table S5. Counts and summary statistics for RNA-seq 
data (GSK761-pretreated “M1” macrophages vs DMSO-pretreated “M1” 
macrophages).

Additional file 6: Table S6. Counts and summary statistics for RNA-seq 
data (GSK761-pretreated “M1” macrophages stimulated with 4h LPS (100 
ng/mL) vs DMSO-pretreated “M1” macrophages stimulated with 4h LPS 
(100 ng/mL)).

Additional file 7: Table S7. Counts and summary statistics for RNA-seq 
data (GSK761-pretreated “M1” macrophages stimulated with 8h LPS (100 
ng/mL) vs DMSO-pretreated “M1” macrophages stimulated with 8h LPS 
(100 ng/mL)).

Additional file 8: Table S8. The normalized read count for ChIP-seq 
(DMSO-pretreated “M1” macrophages).

Additional file 9: Table S9. The normalized read count for ChIP-seq 
(DMSO-pretreated “M1” macrophages stimulated with 1h LPS (100 ng/
mL)).

Additional file 10: Table S10. The normalized read count for ChIP-seq 
(DMSO-pretreated “M1” macrophages stimulated with 4h LPS (100 ng/
mL)).

Additional file 11: Table 11. The normalized read count for ChIP-seq 
(GSK761-pretreated “M1” macrophages).

Additional file 12: Table S12. The normalized read count for ChIP-seq 
(GSK761-pretreated “M1” macrophages stimulated with 1h LPS (100 ng/
mL)).

Additional file 13: Table S13. The normalized read count for ChIP-seq 
(GSK761-pretreated “M1” macrophages stimulated with 4h LPS (100 ng/
mL)).

Additional file 14: Table S14. Characteristics Table of anti-TNF refractory 
CD patients.

Additional file 15: Table S15. Peptides location (Modified Histone 
Peptide Array).

Additional file 16. The discovery and the synthesis of GSK761, GSK064, 
GSK675 and GSK306.

Acknowledgements
We thank Charlotte J. Barrett, a previous student trainee at GSK for the assis-
tance with compound synthetic work.

Authors’ contributions
Conduction of the study, laboratory, and writing of the manuscript: MG; study 
design: MG, WJdJ, NRH, and DFT; bioinformatics analyses: MG, JK, AYFLY, and 
DAZ; supervision: WJdJ, NRH, DFT, MPJV, and PH; reviewing and editing: WJdJ, 
NRH, DFT, MPJV, JVL, TBMH, AATV, PH, and RKP; compound development: PDC, 
AS, SH, RPB, KG, LAS, DJM, GY, HPO, AC, AP, LL, TGH, RJW, CEB, LAH, and UK; 
laboratory analysis: OW, NH, JRS, and ILH; technical support: GB. All authors 
have read and agreed to the published version of the manuscript.

Funding
This project was funded by European Union’s Horizon 2020 research and inno-
vation program under Grant Agreement No. ITN-2014-EID-641665. Further 
grant support is acknowledged from Dutch Ministry of Economical Affairs, LSH 
TKI, grants nr TKI-LSH T2017, and European Crohn’s and Colitis Organization 
(ECCO) Pioneer Grant, 2018.

Availability of data and materials
Microarray data have been deposited in the ArrayExpress database at EMBL-
EBI (www. ebi. ac. uk/ array expre ss) under accession number E-MTAB-12011 
[73]. Microarray data is also publicly available and can be explored at r2.amc.
nl under the data set name “Exp SP140 siRNA in “M1” macrophages - deJonge 
- 12 - custom - ilmnht12v4.” The summary statistics for microarray data can 
be found in Additional file 2: Table S1 and Additional file 3: Table S2. Raw data 
of RNA-seq and ChIP-seq are  available with controlled access for research 
purposes only  and have been deposited at the European Genome-phenome 
Archive (EGA) (https:// ega- archi ve. org), which is hosted by the EBI and the 
CRG, under accession number EGAS00001004460 [74]. Access to these data 
set can be requested from the corresponding author; Wouter de Jonge.
The counts and the summary statistics for RNA-seq data can be found in 
Additional files 5, 6 and 7: Tables S5, S6 and S7. The normalized read count for 
ChIP-seq data can be found in Additional files 8, 9, 10, 11, 12 and 13: Tables 
S8, S9, S10, S11, S12 and S13. Raw sequencing reads of publicly available 
single-cell RNA sequencing (Martin et al.) [24] of inflamed and uninflamed 
ileal tissues are retrieved from the Gene Expression Omnibus under accession 
number GEO: GSE134809 [75].

Declarations

Ethics approval and consent to participate
The human biological samples were sourced ethically, and their research use 
was in accord with the terms of the informed consents under an IRB/EC-
approved protocol. Written informed consent was obtained from each donor, 
as approved by the UK East of England - Cambridgeshire and Hertfordshire 
Research Ethics Committee.

Consent for publication
Not applicable.

Competing interests
PDC, AYFLY, AS, SH, RPB, KG, GY, HPK, AC, AP, LAS, DJM, LL, TGH, RJW, CEB, 
LAH, GB, UK, NH, JRP, RKP, NRH, and DFT were employed by GSK at the time 

http://www.ebi.ac.uk/arrayexpress
https://ega-archive.org


Page 25 of 27Ghiboub et al. BMC Biology          (2022) 20:182  

of conducting this study. MG, JK, ILH, DAZ, OW, TBMH, AATV, JVL, PH, MPJW, 
and WJDJ were employed by Amsterdam University Medical Centers at the 
time of conducting this study. GSK has a patent EP2643462B1 related to the 
therapeutic use of SP140 inhibitors.

Author details
1 Tytgat Institute for Liver and Intestinal Research, Amsterdam Gastroenterol-
ogy Endocrinology Metabolism Research Institute, Amsterdam University 
Medical Centers, University of Amsterdam, Amsterdam, the Netherlands. 
2 Immuno-Epigenetics, Adaptive Immunity Research Unit, GlaxoSmithKline, 
Medicines Research Centre, Stevenage, UK. 3 Department of Pediatrics, Divi-
sion of Pediatric Gastroenterology & Nutrition, Emma Children’s Hospital, 
Amsterdam University Medical Centers, University of Amsterdam, Amsterdam, 
the Netherlands. 4 Department of Oncogenomics, Amsterdam University 
Medical Centers, University of Amsterdam and Cancer Center Amsterdam, 
Amsterdam, the Netherlands. 5 Medicine Design, Medicinal Science and Tech-
nology, GlaxoSmithKline, Stevenage, UK. 6 Department of Clinical Genetics, 
Genome Diagnostics Laboratory, Amsterdam Reproduction & Development, 
Amsterdam University Medical Centers, University of Amsterdam, Amsterdam, 
the Netherlands. 7 GlaxoSmithKline, Cambridge, MA, USA. 8 Constellation 
Pharmaceuticals, Cambridge, MA, USA. 9 WuXi AppTec, Cambridge, MA, USA. 
10 Immunology Research Unit, GlaxoSmithKline, Medicines Research Centre, 
Stevenage, UK. 11 Department of Medical Biochemistry, Amsterdam University 
Medical Centers, University of Amsterdam, Amsterdam, the Netherlands. 
12 Institute for Cardiovascular Prevention (IPEK), Munich, Germany. 13 Depart-
ment of Surgery, University of Bonn, Bonn, Germany. 

Received: 27 October 2021   Accepted: 28 July 2022

References
 1. Rutgeerts P. A critical assessment of new therapies in inflammatory bowel 

disease. J Gastroenterol Hepatol. 2002;17(s1):S176–S85.
 2. Papadakis KA, Shaye OA, Vasiliauskas EA, Ippoliti A, Dubinsky MC, Birt 

J, et al. Safety and efficacy of adalimumab (D2E7) in Crohn’s disease 
patients with an attenuated response to infliximab. Am J Gastroenterol. 
2005;100(1):75–9.

 3. Feagan BG, Greenberg GR, Wild G, Fedorak RN, Pare P, McDonald JW, 
et al. Treatment of active Crohn’s disease with MLN0002, a human-
ized antibody to the alpha4beta7 integrin. Clin Gastroenterol Hepatol. 
2008;6(12):1370–7.

 4. Sandborn WJ, Feagan BG, Fedorak RN, Scherl E, Fleisher MR, Katz S, et al. A 
randomized trial of Ustekinumab, a human interleukin-12/23 monoclonal 
antibody, in patients with moderate-to-severe Crohn’s disease. Gastroen-
terology. 2008;135(4):1130–41.

 5. Bain CC, Schridde A. Origin, differentiation, and function of intestinal 
macrophages. Front Immunol. 2018;9:2733.

 6. Mahida YR. The key role of macrophages in the immunopathogenesis of 
inflammatory bowel disease. Inflamm Bowel Dis. 2000;6(1):21–33.

 7. Chen S, Yang J, Wei Y, Wei X. Epigenetic regulation of macrophages: 
from homeostasis maintenance to host defense. Cell Mol Immunol. 
2020;17(1):36-49.

 8. Schmidt SV, Krebs W, Ulas T, Xue J, Bassler K, Gunther P, et al. The transcrip-
tional regulator network of human inflammatory macrophages is defined 
by open chromatin. Cell Res. 2016;26(2):151–70.

 9. Chan CH, Fang C, Yarilina A, Prinjha RK, Qiao Y, Ivashkiv LB. BET bromo-
domain inhibition suppresses transcriptional responses to cytokine-Jak-
STAT signaling in a gene-specific manner in human monocytes. Eur J 
Immunol. 2015;45(1):287–97.

 10. Mehta S, Cronkite DA, Basavappa M, Saunders TL, Adiliaghdam F, Ama-
tullah H, et al. Maintenance of macrophage transcriptional programs 
and intestinal homeostasis by epigenetic reader SP140. Sci Immunol. 
2017;2(9):eaag3160.

 11. Ray G, Longworth MS. Epigenetics, DNA organization, and inflammatory 
bowel disease. Inflamm Bowel Dis. 2019;25(2):235–47.

 12. Bloch DB, de la Monte SM, Guigaouri P, Filippov A, Bloch KD. Identification 
and characterization of a leukocyte-specific component of the nuclear 
body. J Biol Chem. 1996;271(46):29198–204.

 13. Dent AL, Yewdell J, Puvion-Dutilleul F, Koken MH, de The H, Staudt LM. 
LYSP100-associated nuclear domains (LANDs): description of a new class 
of subnuclear structures and their relationship to PML nuclear bodies. 
Blood. 1996;88(4):1423–6.

 14. Karaky M, Fedetz M, Potenciano V, Andres-Leon E, Codina AE, Barri-
onuevo C, et al. SP140 regulates the expression of immune-related genes 
associated with multiple sclerosis and other autoimmune diseases by 
NF-kappaB inhibition. Hum Mol Genet. 2018;27(23):4012–23.

 15. Zucchelli C, Tamburri S, Filosa G, Ghitti M, Quilici G, Bachi A, et al. Sp140 
is a multi-SUMO-1 target and its PHD finger promotes SUMOyla-
tion of the adjacent Bromodomain. Biochim Biophys Acta Gen Subj. 
2019;1863(2):456–65.

 16. Franke A, McGovern DPB, Barrett JC, Wang K, Radford-Smith GL, Ahmad 
T, et al. Genome-wide meta-analysis increases to 71 the number of con-
firmed Crohn’s disease susceptibility loci. Nat Genet. 2010;42(12):1118–25.

 17. Christodoulou K, Wiskin AE, Gibson J, Tapper W, Willis C, Afzal NA, et al. 
Next generation exome sequencing of paediatric inflammatory bowel 
disease patients identifies rare and novel variants in candidate genes. 
Gut. 2013;62(7):977–84.

 18. Li Yim AYF, Duijvis NW, Zhao J, de Jonge WJ, D’Haens GRAM, Mannens 
MMAM, et al. Peripheral blood methylation profiling of female Crohn’s 
disease patients. Clin Epigenetics. 2016;8(1):65.

 19. Li J, Zhao G, Gao X. Development of neurodevelopmental disorders: a 
regulatory mechanism involving bromodomain-containing proteins. J 
Neurodev Disord. 2013;5(1):4.

 20. Ghiboub M, Elfiky AMI, de Winther MPJ, Harker NR, Tough DF, de Jonge 
WJ. Selective Targeting of Epigenetic Readers and Histone Deacetylases 
in Autoimmune and Inflammatory Diseases: Recent Advances and Future 
Perspectives. J Pers Med. 2021;11(5):336.

 21. Dawson MA, Prinjha RK, Dittmann A, Giotopoulos G, Bantscheff M, Chan 
W-I, et al. Inhibition of BET recruitment to chromatin as an effective treat-
ment for MLL-fusion leukaemia. Nature. 2011;478(7370):529–33.

 22. Mertz JA, Conery AR, Bryant BM, Sandy P, Balasubramanian S, Mele DA, 
et al. Targeting MYC dependence in cancer by inhibiting BET bromodo-
mains. Proc Natl Acad Sci U S A. 2011;108(40):16669–74.

 23. Copsel SN, Lightbourn CO, Barreras H, Lohse I, Wolf D, Bader CS, et al. BET 
bromodomain inhibitors which permit treg function enable a combina-
torial strategy to suppress GVHD in pre-clinical allogeneic HSCT. Front 
Immunol. 2018;9:3104.

 24. Martin JC, Chang C, Boschetti G, Ungaro R, Giri M, Grout JA, et al. 
Single-cell analysis of Crohn’s disease lesions identifies a pathogenic 
cellular module associated with resistance to anti-TNF therapy. Cell. 
2019;178(6):1493–508.e20.

 25. Dharmasiri S, Garrido-Martin EM, Harris RJ, Bateman AC, Collins JE, 
Cummings JRF, et al. Human intestinal macrophages are involved in the 
pathology of both ulcerative colitis and Crohn disease. Inflamm Bowel 
Dis. 2021;27(10):1641–52.

 26. Roda G, Dahan S, Mezzanotte L, Caponi A, Roth-Walter F, Pinn D, et al. 
Defect in CEACAM family member expression in Crohn’s disease IECs 
is regulated by the transcription factor SOX9. Inflamm Bowel Dis. 
2009;15(12):1775–83.

 27. De Vries LCS, Wildenberg ME, De Jonge WJ, D’Haens GR. The future of 
janus kinase inhibitors in inflammatory bowel disease. J Crohn’s Colitis. 
2017;11(7):885–93.

 28. De Vries LCS, Ghiboub M, van Hamersveld PHP, Welting O, Verseijden 
C, Bell MJ, et al. Tyrosine kinase 2 signalling drives pathogenic T cells in 
colitis. J Crohns Colitis. 2021;15(4):617–30.

 29. Goldberg R, Clough JN, Roberts LB, Sanchez J, Kordasti S, Petrov N, et al. 
A Crohn’s disease-associated IL2RA enhancer variant determines the 
balance of T cell immunity by regulating responsiveness to IL-2 signalling. 
J Crohns Colitis. 2021;15(12):2054–65.

 30. Agliata I, Fernandez-Jimenez N, Goldsmith C, Marie JC, Bilbao JR, Dante R, 
et al. The DNA methylome of inflammatory bowel disease (IBD) reflects 
intrinsic and extrinsic factors in intestinal mucosal cells. Epigenetics. 
2020;15(10):1068–82.

 31. Wellaway CR, Amans D, Bamborough P, Barnett H, Bit RA, Brown JA, 
et al. Discovery of a bromodomain and extraterminal inhibitor with a 
low predicted human dose through synergistic use of encoded library 
technology and fragment screening. J Med Chem. 2020;63(2):714–46.

 32. Kazmierski WM, Xia B, Miller J, De la Rosa M, Favre D, Dunham RM, et al. 
DNA-Encoded Library Technology-Based Discovery, Lead Optimization, 



Page 26 of 27Ghiboub et al. BMC Biology          (2022) 20:182 

and Prodrug Strategy toward Structurally Unique Indoleamine 2,3-Dioxy-
genase-1 (IDO1) Inhibitors. J Med Chem. 2020;63(7):3552-62.

 33. Gordon LJ, Allen M, Artursson P, Hann MM, Leavens BJ, Mateus A, et al. 
Direct measurement of intracellular compound concentration by rapid-
fire mass spectrometry offers insights into cell permeability. J Biomol 
Screen. 2016;21(2):156–64.

 34. Koelink PJ, Bloemendaal FM, Li B, Westera L, Vogels EWM, van Roest M, 
et al. Anti-TNF therapy in IBD exerts its therapeutic effect through mac-
rophage IL-10 signalling. Gut. 2020;69(6):1053.

 35. Filippakopoulos P, Picaud S, Mangos M, Keates T, Lambert J-P, Barsyte-
Lovejoy D, et al. Histone recognition and large-scale structural analysis of 
the human bromodomain family. Cell. 2012;149(1):214–31.

 36. Zhao L, Li J, Liu Y, Zhou W, Shan Y, Fan X, et al. Flotillin1 promotes EMT of 
human small cell lung cancer via TGF-β signaling pathway. Cancer Biol 
Med. 2018;15(4):400–14.

 37. Schmidt F, Thywißen A, Goldmann M, Cunha C, Cseresnyés Z, Schmidt 
H, et al. Flotillin-dependent membrane microdomains are required 
for functional phagolysosomes against fungal infections. Cell Rep. 
2020;32(7):108017.

 38. Netea MG, Joosten LAB, Latz E, Mills KHG, Natoli G, Stunnenberg HG, et al. 
Trained immunity: a program of innate immune memory in health and 
disease. Science. 2016;352(6284):aaf1098-aaf.

 39. Belkina AC, Nikolajczyk BS, Denis GV. BET protein function is required 
for inflammation: Brd2 genetic disruption and BET inhibitor JQ1 
impair mouse macrophage inflammatory responses. J Immunol. 
2013;190(7):3670–8.

 40. Beecham AH, Patsopoulos NA, Xifara DK, Davis MF, Kemppinen A, Cotsa-
pas C, et al. Analysis of immune-related loci identifies 48 new susceptibil-
ity variants for multiple sclerosis. Nat Genet. 2013;45(11):1353–60.

 41. Bradford EM, Ryu SH, Singh AP, Lee G, Goretsky T, Sinh P, et al. Epithelial 
TNF receptor signaling promotes mucosal repair in inflammatory bowel 
disease. J Immunol. 2017;199(5):1886–97.

 42. Bloemendaal FM, Koelink PJ, van Schie KA, Rispens T, Peters CP, Buskens 
CJ, et al. TNF-anti-TNF immune complexes inhibit IL-12/IL-23 secretion by 
inflammatory macrophages via an Fc-dependent mechanism. J Crohns 
Colitis. 2018;12(9):1122–30.

 43. Vos AC, Wildenberg ME, Duijvestein M, Verhaar AP, van den Brink GR, 
Hommes DW. Anti-tumor necrosis factor-alpha antibodies induce regula-
tory macrophages in an Fc region-dependent manner. Gastroenterology. 
2011;140(1):221–30.

 44. Neurath MF. IL-23: a master regulator in Crohn disease. Nat Med. 
2007;13(1):26–7.

 45. Bonen DK, Ogura Y, Nicolae DL, Inohara N, Saab L, Tanabe T, et al. 
Crohn’s disease-associated NOD2 variants share a signaling defect in 
response to lipopolysaccharide and peptidoglycan. Gastroenterology. 
2003;124(1):140–6.

 46. Leshchiner ES, Rush JS, Durney MA, Cao Z, Dančík V, Chittick B, et al. 
Small-molecule inhibitors directly target CARD9 and mimic its 
protective variant in inflammatory bowel disease. Proc Natl Acad Sci. 
2017;114(43):11392–7.

 47. Patel U, Rajasingh S, Samanta S, Cao T, Dawn B, Rajasingh J. Macrophage 
polarization in response to epigenetic modifiers during infection and 
inflammation. Drug Discov Today. 2017;22(1):186–93.

 48. Steinbach EC, Plevy SE. The role of macrophages and dendritic cells in the 
initiation of inflammation in IBD. Inflamm Bowel Dis. 2014;20(1):166–75.

 49. Stark GR, Kerr IM, Williams BR, Silverman RH, Schreiber RD. How cells 
respond to interferons. Annu Rev Biochem. 1998;67:227–64.

 50. Darnell JE Jr, Kerr IM, Stark GR. Jak-STAT pathways and transcriptional 
activation in response to IFNs and other extracellular signaling proteins. 
Science. 1994;264(5164):1415–21.

 51. Grohmann U, Belladonna ML, Vacca C, Bianchi R, Fallarino F, Orabona C, 
et al. Positive regulatory role of IL-12 in macrophages and modulation by 
IFN-gamma. J Immunol. 2001;167(1):221–7.

 52. Nakanishi K. Unique action of interleukin-18 on T cells and other immune 
cells. Front Immunol. 2018;9:763.

 53. Danese S, Sans M, Fiocchi C. The CD40/CD40L costimulatory pathway in 
inflammatory bowel disease. Gut. 2004;53(7):1035–43.

 54. Rugtveit J, Bakka A, Brandtzaeg P. Differential distribution of B7.1 (CD80) 
and B7.2 (CD86) costimulatory molecules on mucosal macrophage 
subsets in human inflammatory bowel disease (IBD). Clin Exp Immunol. 
1997;110(1):104–13.

 55. Genard G, Lucas S, Michiels C. Reprogramming of tumor-associated 
macrophages with anticancer therapies: radiotherapy versus chemo- and 
immunotherapies. Front Immunol. 2017;8:828.

 56. Gunthner R, Anders HJ. Interferon-regulatory factors determine mac-
rophage phenotype polarization. Mediat Inflamm. 2013;2013:731023.

 57. Jia Y, Han S, Li J, Wang H, Liu J, Li N, et al. IRF8 is the target of SIRT1 
for the inflammation response in macrophages. Innate Immun. 
2017;23(2):188–95.

 58. Madani N, Millette R, Platt EJ, Marin M, Kozak SL, Bloch DB, et al. 
Implication of the lymphocyte-specific nuclear body protein Sp140 in 
an innate response to human immunodeficiency virus type 1. J Virol. 
2002;76(21):11133–8.

 59. Regad T, Chelbi-Alix MK. Role and fate of PML nuclear bodies in response 
to interferon and viral infections. Oncogene. 2001;20(49):7274–86.

 60. Ruhlemann MC, Degenhardt F, Thingholm LB, Wang J, Skieceviciene J, 
Rausch P, et al. Application of the distance-based F test in an mGWAS 
investigating beta diversity of intestinal microbiota identifies variants in 
SLC9A8 (NHE8) and 3 other loci. Gut Microbes. 2018;9(1):68–75.

 61. Hagio K, Furuya S, Nakamura J, Maruyama S, Shiraishi K, Shimizu H, 
et al. High miR-3687 expression affects migratory and invasive ability of 
oesophageal carcinoma. Anticancer Res. 2019;39(2):557–65.

 62. Xing R. miR-3648 promotes prostate cancer cell proliferation by 
inhibiting adenomatous polyposis Coli 2. J Nanosci Nanotechnol. 
2019;19(12):7526–31.

 63. Tian W, Du Y, Ma Y, Gu L, Zhou J, Deng D. MALAT1–miR663a negative 
feedback loop in colon cancer cell functions through direct miRNA–
lncRNA binding. Cell Death Dis. 2018;9(9):857.

 64. Stone JK, Vukadin L, Ahn EE. eNEMAL, an enhancer RNA transcribed from 
a distal MALAT1 enhancer, promotes NEAT1 long isoform expression. 
PLoS One. 2021;16(5):e0251515.

 65. Mensah AA, Cascione L, Gaudio E, Tarantelli C, Bomben R, Bernasconi E, 
et al. Bromodomain and extra-terminal domain inhibition modulates the 
expression of pathologically relevant microRNAs in diffuse large B-cell 
lymphoma. Haematologica. 2018;103(12):2049–58.

 66. Mio C, Conzatti K, Baldan F, Allegri L, Sponziello M, Rosignolo F, et al. BET 
bromodomain inhibitor JQ1 modulates microRNA expression in thyroid 
cancer cells. Oncol Rep. 2018;39(2):582–8.

 67. Nagasawa M, Tomimatsu K, Terada K, Kondo K, Miyazaki K, Miyazaki 
M, et al. Long non-coding RNA MANCR is a target of BET bromodo-
main protein BRD4 and plays a critical role in cellular migration and 
invasion abilities of prostate cancer. Biochem Biophys Res Commun. 
2020;526(1):128–34.

 68. Butler A, Hoffman P, Smibert P, Papalexi E, Satija R. Integrating single-cell 
transcriptomic data across different conditions, technologies, and spe-
cies. Nat Biotechnol. 2018;36(5):411–20.

 69. Stuart T, Butler A, Hoffman P, Hafemeister C, Papalexi E, Mauck 
WM 3rd, et al. Comprehensive integration of single-cell data. Cell. 
2019;177(7):1888–902.e21.

 70. Street K, Risso D, Fletcher RB, Das D, Ngai J, Yosef N, et al. Slingshot: cell 
lineage and pseudotime inference for single-cell transcriptomics. BMC 
Genomics. 2018;19(1):477.

 71. van der Mark VA, Ghiboub M, Marsman C, Zhao J, van Dijk R, Hiralall JK, 
et al. Phospholipid flippases attenuate LPS-induced TLR4 signaling by 
mediating endocytic retrieval of Toll-like receptor 4. Cell Mol Life Sci. 
2017;74(4):715–30.

 72. Ge SX, Jung D, Yao R. ShinyGO: a graphical gene-set enrichment tool for 
animals and plants. Bioinformatics. 2019;36(8):2628-9.

 73. Ghiboub M LimAL, de Jonge W. Selective inhibition of Homo sapiens M1 
macrophages where SP140 mRNA is inhibited using siRNA. ArrayExpress 
https:// www. ebi. ac. uk/ biost udies/ array expre ss/ studi es/E- MTAB- 12011 
(2022).

 74. Modulation of macrophage inflammatory function through selective 
inhibition of the epigenetic reader protein SP140. EGA. (2020). https:// 
ega- archi ve. org/ search- resul ts. php? query= EGAS0 00010 04460https://
ega-archive.org/search-results.php?query=EGAS00001004460

 75. Cho J MJ, Merad M, Kenigsberg E, Giri M. Single-cell analysis of Crohn’s 
disease lesions identifies a pathogenic cellular module associated with 
resistance to anti-TNF therapy. GEO. (2019). https:// ident ifiers. org/ geo: 
GSE13 4809.

https://www.ebi.ac.uk/biostudies/arrayexpress/studies/E-MTAB-12011
https://ega-archive.org/search-results.php?query=EGAS00001004460
https://ega-archive.org/search-results.php?query=EGAS00001004460
https://identifiers.org/geo:GSE134809
https://identifiers.org/geo:GSE134809


Page 27 of 27Ghiboub et al. BMC Biology          (2022) 20:182  

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

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


	Modulation of macrophage inflammatory function through selective inhibition of the epigenetic reader protein SP140
	Abstract 
	Background: 
	Results: 
	Conclusions: 

	Background
	Results
	Elevated SP140 expression in inflammatory diseases and mucosal macrophages of CD patients
	SP140 mediates inflammatory “M1” macrophage function
	The development of a selective inhibitor of SP140 (GSK761)
	GSK761 reduces the inflammatory activation of macrophages and expression of pro-inflammatory cytokines
	SP140 preferentially interacts with transcription start sites (TSS) and enhancer regions
	SP140 preferentially controls the expression of specific gene sets involved in the innate immune response

	Discussion
	Conclusions
	Methods
	In-house GSK microarray profiler
	Immunohistochemistry
	Tissue immunofluorescence of SP140, CD68, and HLA-DR
	SP140 expression in ileal macrophages
	Isolation, differentiation, and polarization of primary human monocytes and THP-1 cells
	siRNA-mediated SP140 knockdown
	RNA isolation and reverse transcriptase, polymerase chain reaction (PCR), and real-time quantitative PCR
	Immunofluorescence cell staining
	Microarray
	Discovery and synthesis of the compounds
	The development of a selective inhibitor of SP140 (GSK761)

	Fluorescence polarization (FP) binding affinity studies
	Pull-down of endogenous SP140 and Halotag-transfected SP140 with GSK761
	BROMOscan® bromodomain profiling
	Cell penetration assessment assay of GSK761
	Cell viability and cytotoxicity assays
	Histone H3 peptide displacement
	Modified histone peptide array with SP140
	SP140histone nano-bioluminescence resonance energy transfer™ (NanoBRET™) assay testing
	Flow cytometry (FACS)
	Cytokine analysis
	Customized qPCR array
	Genome-wide expression profiling (RNA sequencing (RNA-seq))
	Chromatin immunoprecipitation (ChIP)
	Global profiling of chromatin binding sites
	SP140 inhibition in isolated human mucosal macrophages
	Statistics analysis

	Acknowledgements
	References


