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Aims De-differentiation and activation of pro-inflammatory pathways are key transitions vascular smooth muscle cells
(SMCs) make during atherogenesis. Here, we explored the upstream regulators of this ‘atherogenic transition’.

....................................................................................................................................................................................................
Methods
and results

Genome-wide sequencing studies, including Assay for Transposase-Accessible Chromatin using sequencing and
RNA-seq, were performed on cells isolated from both murine SMC-lineage-tracing models of atherosclerosis and
human atherosclerotic lesions. At the bulk level, alterations in chromatin accessibility were associated with the ath-
erogenic transitioning of lesional SMCs, especially in relation to genes that govern differentiation status and
complement-dependent inflammation. Using computational biology, we observed that a transcription factor previ-
ously related to coronary artery disease, Activating transcription factor 3 (ATF3), was predicted to be an upstream
regulator of genes altered during the transition. At the single-cell level, our results indicated that ATF3 is a key re-
pressor of SMC transitioning towards the subset of cells that promote vascular inflammation by activating the com-
plement cascade. The expression of ATF3 and complement component C3 was negatively correlated in SMCs
from human atherosclerotic lesions, suggesting translational relevance. Phenome-wide association studies indicated
that genetic variation that results in reduced expression of ATF3 is correlated with an increased risk for atheroscle-
rosis, and the expression of ATF3 was significantly down-regulated in humans with advanced vascular disease.

....................................................................................................................................................................................................
Conclusion Our study indicates that the plasticity of atherosclerotic SMCs may in part be explained by dynamic changes in their

chromatin architecture, which in turn may contribute to their maladaptive response to inflammation-induced stress.
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..1. Introduction

Unbiased genetic efforts have confirmed that many pathways, which pro-
mote atherosclerotic cardiovascular disease (CVD) do so independently
of traditional risk factors. An emerging theme from these studies is that
vessel-intrinsic processes may explain much of the ‘residual risk’ that per-
sists after lipid lowering,1 especially as they relate to the behaviour of the
vascular smooth muscle cell (SMC) in the developing plaque.2

Sophisticated lineage-tracing approaches have demonstrated that ma-
ture SMCs are not terminally differentiated, and that these cells retain re-
markable plasticity under periods of stress.3 Indeed, SMCs possess the
capacity to undergo ‘phenotype switching’ towards a wide range of phe-
notypes, several of which appear to be key determinants of plaque in-
flammation and lesional destabilization.4,5

While the behaviour of these cells once they are present in the plaque
is an area of active research, many of these studies suffer from limitations
intrinsic to bulk sequencing technology (which cannot resolve differen-
ces between different SMC subpopulations) and/or were restricted to
an examination of the transcriptional profile of these cells in the plaque.
Also, few studies have investigated the upstream regulators driving their
‘atherogenic transition’, and their potential relationship to factors, which
have been causally related to coronary artery disease (CAD) via
genome-wide association studies (GWAS).

To address these limitations, we have applied a combination of
whole-genome sequencing, single-cell transcriptomic profiling, and
single-cell chromatin accessibility technology to lineage-traced SMCs iso-
lated from mouse models of atherosclerosis. Identified factors were
then evaluated for translational relevance, using a variety of independent
clinical biobank samples. Our work highlights that disease-associated
alterations in epigenetic access to CAD-related risk loci may reduce the
capacity of SMCs to modulate their inflammatory stress response, and
initiate their ‘atherogenic transition’ within the plaque. This study also
offers a new framework for analysing changes in chromatin architecture
to enhance our understanding of the epigenetic drivers of
atherosclerosis.

2. Methods

Expanded methods are available in the Supplementary material online.

2.1 Experimental overview
Pure collections of freshly digested and FACS-sorted SMCs were iso-
lated from: (i) the aortae and branch vessels of chow-diet-fed animals
(‘Healthy SMCs’); (ii) atherosclerotic lesions micro-dissected from high-
fat-diet (HFD)-fed animals (‘Lesional SMCs’); and (iii) aortic tissue
adjacent to the lesions in the HFD-fed mice (‘Lesion-adjacent SMCs’).
These cells were then subjected to whole-genome sequencing, bulk and
single-cell RNA sequencing (scRNA-seq) and bulk and single-cell ATAC
sequencing (scATACseq), prior to integration and analysis, as described
in detail below. Comparisons were made between healthy and disease
(Healthy vs. Lesional SMCs), as well as cells making the ‘atherogenic tran-
sition’ (Lesion-adjacent vs. Lesional SMCs; defined in Figure 1). scRNA-
seq, bulk Assay for Transposase-Accessible Chromatin with high-
throughput sequencing (ATAC-seq), scATAC-seq, and bulk DNA-seq
were performed as separate experiments and hence cells are derived
from different animals. Except for the RNA-seq experiments, which

included medial SMCs underlying the plaque, all ATAC-seq and DNA-
seq experiments were performed solely on lesional cells.

2.2 Mouse samples
Male Myh11-CreERT2, Rosa26Rainbow/þ, ApoE-/- mice (‘Rainbow’ mice)
and Myh11-CreERT2, Rosa26tdTomato/tdTomato, and ApoE-/- SMC-lineage-
tracing mice (‘Tomato’ mice) were generated at Stanford University as
described previously.5 For both models of SMC-lineage-tracing mice,
only male animals were used since the Cre allele was initially inserted
into the Y chromosome [Jackson Laboratory, B6.FVB-Tg (Myh11-cre/
ERT2)1Soff/J], and therefore female mice cannot be lineage traced.
Animals were euthanized by cardiac perfusion of phosphate-buffered sa-
line under deep anaesthesia by inhaling isoflurane through a nose cone
(3% at a flow rate of 1 L/min). For RNA-seq, healthy control SMCs were
collected from lesion-free aortic arch of chow-fed Tomato mice and
Tomatoþ cells were sorted by an Aria II instrument (BD Biosciences)
with a 100lm nozzle. Dead cells were excluded by SYTOXTM Blue
during sorting (S34857, Thermo Fisher Scientific). For ATAC-seq and
whole-genome sequencing, lesions in the aortic arch region were micro-
dissected off from the medial layers of HFD-fed Rainbow mice, to
minimize the inclusion of healthy cells underlying the plaque. SMCs (a
combination of CFP, mOrange, and mCherry positive cells) were sorted
by a Carmen (BD Biosciences) cell sorter. DRAQ5 (62251, Thermo
Fisher Scientific) staining was used to ensure that only nucleated cells
were included. Lesion-free segments of blood vessels in the outer curva-
ture of the ascending aorta and the descending aorta of the same mice
were also collected to isolate control SMCs.

2.3 Human samples
Human datasets utilized in this report were obtained from the Athero-
Express study (scRNA-seq of carotid lesions)6 and the Stockholm-Tartu
Atherosclerosis Reverse Network Engineering Task (STARNET) Study
(RNA-seq data of multi-tissue, n = 672 subjects).7

2.4 Search strategy for CAD-related risk
genes
We systematically searched the MEDLINE and GWAS Catalog data-
bases from inception to December 2020, using the key words ‘cardiovas-
cular disease’, ‘CAD’, ‘heart disease’, and ‘candidate gene’. All identified
genes went through a two-step workflow where abstracts and results
were first reviewed, then candidate genes, removing duplicates, were
extracted. We defined a reported P-value <1E-05 as a CAD associated
gene. All candidate genes are displayed in Supplementary material online,
Table S1.

2.5 scRNA-seq and analysis
scRNA-seq of sorted SMCs from Tomato mice was performed using C1
96-well Open App IFC plates (100-8135, Fluidigm), as previously de-
scribed.5 Differentially expressed genes (DEGs) identified from SCDE
analysis were assessed for pathway enrichment through the web-based
platform Enrichr (Bioplanet 2019, ranked by combination score) and
transcription factor (TF) enrichment via CHEA3.

2.6 Whole-genome sequencing
DNA from sorted SMCs were extracted using PicoPureTM DNA extrac-
tion kit (KIT0103, Thermo Fisher Scientific) and libraries prepared using
Nextera DNA Flex library preparation kit (20018705, Illumina) with
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..Nextera DNA CD Indexes (20018708, Illumia). The raw sequencing
reads were cleaned using fastp v0.20.1 and then mapped to mouse ge-
nome (GRCm38) using BWA v0.7.17. Somatic variants were called
according to GATK MuTect2 Best Practices in paired mode.8

2.7 ATAC-seq
For bulk ATAC-seq, sorted SMCs were processed according to the
Omni-ATAC-seq protocol.9 Differentially accessible peaks from each
group were identified by MAnorm version 1.1.4 with FDR < 0.05.10 The
Homer annotatePeaks tool (http://homer.salk.edu/homer/, last accessed
on May 01, 2021) was used to investigate the motif enrichment of differ-
ential peaks using default parameters.

For scATACseq of mouse SMCs, sorted SMCs were captured in
Chromium 10X genomics and sequenced on an Illumina NextSeq 500

(Stanford Functional Genomics Facility). Raw sequencing data were
processed through 10X Genomics Cell Ranger ATAC pipeline (version
1.2.0) and were further loaded into R software using Signac v1.1.011 and
ArchR v0.9.112 packages. After combination, cells were clustered with
Signac and each cluster was given a name, such as Plaque 1–3.

2.8 Isolation and treatment of primary
SMCs
Primary SMCs were isolated from atherosclerotic lesions and cultured
as previously described.5 Purified SMCs were expanded in a 10 cm cul-
ture dish to 90% confluence when the lipofectamine RNAiMAX trans-
fection reagent (13778150, Thermo Fisher Scientific) was used to
mediate knockdown of Activating transcription factor 3 (ATF3). Cells
were incubated with serum-free medium containing 75 pmol siRNA for

Healthy aortic branches

Lesion-adjacent 
SMCs

Healthy SMCs

Digestion and sorting

Lesional SMCs

Lesion-free ascending aorta

Lesion-bearing aortic branches

Lesions

         Healthy      vs.     Lesion-bearing

ATAC-seq

WGS

scRNA-seq

Chow diet

High fat diet

         Lesional       vs.    Lesion-adjacent

Integration

Figure 1 Overview of the experimental design. To define the genomic, epigenetic, and transcriptional profiles of SMCs during the ‘atherogenic transition’,
healthy and diseased vascular SMCs were sorted from atheroprone, lineage-traced Rainbow mice by flow cytometry based on their permanent fluorescent
labels. For scRNA-seq, SMCs were isolated from the ascending aorta and branch vessels of HFD-fed (Lesion-bearing) and chow-diet-fed (Healthy) animals.
For whole-genome sequencing, bulk and scATACseq, pure ‘lesional SMCs’ were collected by micro-dissecting the plaque away from the medial layer; a
piece of lesion-free ascending aorta adjacent to the lesion (Lesion-adjacent SMCs) was collected and used as a matched control from each HFD-fed mice.
Comparisons were made between healthy and disease (Healthy vs. Lesional SMCs), as well as the atherogenic transition (Lesion-adjacent vs. Lesional
SMCs). Transcriptome profiles of these SMCs served as a reference to predict what chromatin structure changes were associated with gene expression
alterations.
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ATF3 (AM16708, Thermo Fisher Scientific) or negative control
(4390843, Thermo Fisher Scientific) for 72 h. C3 protein level in the con-
ditioned medium was determined by ELISA (LS-F10438-1, LifeSpan
Biosciences) and RNA of treated cells was extracted using miRNeasy
Mini kit (217004, Qiagen) for bulk RNA-seq.

The ATF3 binding motif near the C3 promoter region, as identified by
ATAC-seq in Section 2.7, was cloned into reporter constructs. The
binding motif upstream of the transcription start site (TSS)
(Chr17:57228039-397) was amplified and cloned into the pGL3-basic
plasmid to generate a C3 pGL3-TSS construct (Promega). To determine
if ATF3 has a repressive function on C3 promoter activity, mouse ATF3
plasmid (MR201634, Origene) was co-transfected with C3 PGL3-TSS.
After 48 h, cells were collected and relative luciferase activity (activities
of firefly to Renilla) was determined using the Dual Luciferase Reporter
Assay System (E1910, Promega). Chromatin precipitation was per-
formed using a ChIP-IT kit (53040, Active motif) with anti-ATF3 antibod-
ies (33593, cell signalling and NBP1-85816, Novus Biologicals) according
to the manufacturer’s protocol.

2.9 Statistics
Results were analysed by SPSS Statistics 20 and GraphPad Prism 5 for
statistical significance between treatment groups. The normality of data
for figures was determined by performing D’Agostino and Pearson om-
nibus normality tests. The homogeneity of variance was determined by
performing an F-test. Normally distributed data of equal variance were
analysed using two-tailed Student t-test or one-way ANOVA with
Tukey’s post hoc. Data that did not meet either assumptions were ana-
lysed using Mann–Whitney U test. Data are presented as mean ± stan-
dard error of the mean (SEM). P-values <0.05 were considered
significant.

2.10 Study approval
All animal studies were approved by the Stanford University
Administrative Panel on Laboratory Animal Care (protocol 27279) and
conform to the Guide for the Care and Use of Laboratory Animals
published by the US National Institutes of Health (NIH Publication No.
85-23, revised 1996). All human studies were performed with written in-
formed consent and with the approval of the local Ethical Committees:
Institutional Review Boards at Stanford University and the University of
Virginia for the scATAC-seq, Munich Vascular Biobank for PCR, and
according to the UK Biobank protocol as previously described (https://
www.ukbiobank.ac.uk, 1 May 2021, date last accessed). All subjects pro-
vided informed consent and the investigation conform to the principles
outlined in the Declaration of Helsinki.

3. Results

3.1 Vascular SMCs develop few de novo
somatic mutations during atherogenesis
Atherogenesis is now known to be driven, in part, by somatic mutations
of circulating myeloid cells (a phenomenon known as ‘clonal haemato-
poiesis’).13 Accordingly, we hypothesized that vascular SMCs may simi-
larly acquire de novo mutations, which could account for their observed
growth and survival advantage in the vessel wall. To test this, we applied
whole-genome sequencing of SMCs from healthy and diseased vessels
to determine if and when mutations occur (Supplementary material on-
line, Figure S1). While very few functional variants (which can alter the

protein sequence) were observed in the healthy aorta compared to ge-
nomic DNA, we observed a modest number of somatic variants in the
atherosclerotic lesions (Supplementary material online, Figure S1A, left
panel), the majority of which were single nucleotide variants that led to
missense mutations (Supplementary material online, Figure S1A, right
panel, and Table S2). Amongst the top 20 mutated genes (allele fractions
0.6% � 28.6%), Muc6, a cancer driver gene, which regulates the biosyn-
thesis of O-glycan to maintain a protective extracellular matrix structure
for epithelial cells,14 was the only gene found to be mutated in more
than one animal. In the animal that carried the most mutations, we also
observed unique mutations in genes that epigenetically modify chromatin
structure, such as Msl115 (Supplementary material online, Figure S1B).
However, most of the mutated genes were expressed at an extremely
low level in plaque SMCs (based on our scRNA-seq data), and none of
them overlapped with hits in previously published CAD GWAS. Hence,
at least in mouse models, these rare mutations do not appear to be key
drivers directly related to the development of CAD.

3.2 Vascular SMCs experience widespread
alterations in chromatin accessibility
during atherogenesis
Because somatic mutations do not seem to drive the atherogenic transi-
tion of murine SMCs, we next hypothesized that epigenetic modifica-
tions may contribute to the widespread gene expression changes known
to occur during lesion progression. We chose the ‘Assay for
Transposase-Accessible Chromatin with high-throughput sequencing’
(ATAC-seq) to map regions of TF binding sites (TF motifs) and changes
in chromatin accessibility genome-wide.16 Using bulk ATAC-seq, we ob-
served that nearly 25% of the total accessible regions were significantly
perturbed in SMCs undergoing the atherogenic transition. About 65% of
these differentially accessible regions (DARs) reflect a more open chro-
matin structure, a quarter of which occurred in gene promoter regions
(Figure 2A). To determine which of these changes might drive alterations
in gene expression, we integrated RNA-seq data5 with these ATAC-seq
results to determine which DEGs were altered in a concordant manner
with their corresponding DARs (e.g. up-regulated DEGs for genes with
more accessible DARs at the promoter region). In total, we identified 29
such genes that were dysregulated in a concordant manner during the
SMC’s atherogenic transition (Supplementary material online, Table S3).
These 29 genes included a marked increase in the key complement fac-
tor, C3, and significant down-regulation of classical SMC contractile
genes, including Acta2 (Figure 2B). Consistent with our previous findings
that genes in the complement cascade were up-regulated whereas SMC
contractile proteins were down-regulated,5 pathway analyses confirmed
that activation of the complement cascade and SMC contraction were
the most up- and down-regulated pathways, respectively, observed for
these epigenetically driven changes (BioPlanet, combination score,
Figure 2C).

While a significant fraction of the DARs were found to occur in gene
promoter regions, we also observed a high proportion of DARs occur-
ring at TF motifs. In lesional SMCs, we observed 216 DARs at annotated
TF motifs (Supplementary material online, Table S4). The majority of
these occurred at binding sites for TFs known to control SMC differenti-
ation and proliferation (e.g. KLF4, RUNX2, and SOX2) (Supplementary
material online, Figure S2). When refining this list to only include those
TFs that are both expressed by SMCs and factors, which have been pre-
viously implicated in CAD, we found TGFb and NF-jB signalling are the
top pathways implicated in the ‘atherogenic transition’ of SMCs
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Figure 2 Robust changes in chromatin accessibility predict the association of ATF3 with the ‘atherogenic transition’ of SMCs. (A) Landscape of chromatin
accessibility changes illustrates the proportion and distribution of differential accessibility regions found during the SMC’s atherogenic transition. (B) Visual
demonstration of DEGs that are up- (red) or down- regulated (blue) in a concordant manner with changes in chromatin accessibility at the promoter
regions of SMCs. (C) Enrichr pathway enrichment analysis defines the top pathways related to the differentially expressed and epigenetically driven SMC
genes identified during the atherogenic transition. (D) Features of top 50 TFs upstream of differentially expressed SMC genes during the atherogenic transi-
tion, as predicted by CHEA3 TF enrichment analysis. ATF3 is the only CAD-related TF expressed by SMCs, which also changes its chromatin accessibility at
its binding sites during the transition.
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(Supplementary material online, Figure S2). Using the computational biol-
ogy tool CHEA3, ATF3 was identified as the top CAD-related TF17 pre-
dicted to drive the genes expression changes observed during the
‘atherogenic transition’ (Figure 2D, the full list of the top 50 TFs is pro-
vided in Supplementary material online, Table S5). This gene is a member
of the ATF/cAMP-responsive element binding family of TFs previously
shown to: (i) function as a stress response TF that represses NF-jB-de-
pendent inflammation;18 (ii) interact with SMAD3 to enhance the TGFb
signalling pathway;19–21 and (iii) protect against atherogenesis in a murine
model of disease.22

3.3 The CAD-related SMC subpopulation
in the plaque is coupled to a loss of ATF3
activity
Given that the preceding studies integrated results from bulk RNA-seq
and bulk ATAC-seq, the results apply to lesional SMCs as if they were a
homogenous group of diseased cells. However, we and others have pre-
viously reported that vascular SMCs give rise to a vast diversity of SMC
subpopulations in the developing plaque.23 Indeed, some of these subpo-
pulations appear to be highly ‘atherogenic’, while others appear to have
beneficial ‘cap-stabilizing’ properties.5,24

To further define the heterogeneity of SMC-derived cells, we previ-
ously applied scRNA-seq to lineage-traced SMCs from digested
atherosclerotic plaques. This approach allowed us to identify a subpopu-
lation of SMCs (Subset 1) that appeared particularly harmful, given that
it: (i) expressed stem cell markers, such as Sca1; (ii) was hyper-
proliferative relative to other cells in the plaque; and (ii) activated the
pro-inflammatory complement cascade, including the key hub gene, C3.
Here, we find that this group of cells (Subset 1) also harbours the highest
number of dysregulated CAD-related genes, suggesting a dominant role
in atherogenesis (Figure 3A, red dots). We found Subset 1 also could be
the most ‘epigenetically-driven’ SMC subpopulation, given that 31.24%
of its dysregulated genes had concordant chromatin accessibility changes
at the promoter region during the SMC’s ‘atherogenic transition’
(Figure 4A, blue dots). One of the ‘double-hits’ (orange dots in Figure 3A,
indicating a gene, which is both CAD-related and likely epigenetically
driven) in SMC Subset 1 is ATF3, whose expression was significantly
down-regulated in vivo (logFC = -1.643, P = 5.14E-05). Given that ATF3
is a TF whose binding site (motif) accessibility was also changed during
the ‘atherogenic transition’ (Figure 2D), we used CHEA3 to investigate
whether its activity could be related to the gene expression changes ob-
served in SMC Subset 1. Using this approach, ATF3 was identified as a
‘triple-hit’ representing the top predicted CAD- associated TFs,
which could be responsible for the observed changes (Figure 3B).
Immunofluorescent co-staining of plaques from lineage-traced mouse
models (‘Tomato’ mice) confirmed loss of this gene on lesional Sca1þ

SMCs (Figure 3C), especially in Sca1þ SMCs.
To determine if the heterogeneity of lesional SMC subpopulations

was also reflected in their chromatin architecture, we next performed
scATAC-seq of lineage-traced SMCs digested from atherosclerotic pla-
ques. As shown in Figure 3D, the Signac clustering algorithm resolved
three groups of lesional SMCs based on their chromatin accessibility
profiles (Plaque 0–2, Figure 3D, panel a) and enrichment of TFs
(Supplementary material online, Figure S3 and Table S6). Using gene
scores calculated with the ArchR program, we found that SMCs in
Plaque group 1 were enriched for Sca1 and C3 gene activity levels
(Figure 3D, panel b) and that these cells also had the lowest ATF3 motif
activity (Figure 3D, panel c). Indeed, subsequent pseudo-time analysis

suggested that the ‘atherogenic transitioning’ of lesional SMCs begins
with cells in Plaque group 2 (which harbours a chromatin landscape
most similar to cells in lesion-free aortas), and then progresses towards
the more inflammatory C3-enriched SMC population found in Plaque
group 1 (Figure 3D, panel d). These changes potentially link loss of the
ATF3 TF’s activity with the development of these harmful cells.

3.4 In vitro functional studies confirm an
anti-inflammatory role for ATF3 on SMC
physiology
While the preceding experiments associated the atherogenic transition-
ing of SMCs with loss of ATF3 motif activity and gene expression, those
data could not establish a causal role for that gene in SMC pathophysiol-
ogy. To overcome this limitation, we next knocked down (KD) ATF3 in
freshly isolated and cultured vascular SMCs from our lineage-traced ath-
erosclerotic mice (ATF3 KD vs. Scramble, log2 FC = -0.093, P = 0.015).
RNA-seq of these cells confirmed that more than 40% of gene sets per-
turbed by the KD of ATF3 overlapped with changes observed in lesional
Sca1þ SMC [gene set enrichment analysis (GSEA)] (Figure 4A and
Supplementary material online, Table S7). A top overlapped hallmark
gene set was Coagulation (rank first amongst Sca1þ SMCs and third
amongst ATF3 KD SMCs) with genes in the complement cascade, C3,
enriched in both phenotypes of SMCs. These results are summarized in
a Circos Plot, which indicates how ATF3 regulates the genes, which are
differentially expressed in Sca1þ SMCs, including activation of comple-
ment cascade and up-regulation of C3 when ATF3 is KD (Figure 4C, blue
ribbons). Hence, we hypothesized that ATF3 is a repressor of C3. An
ATF3 motif in the promoter region of C3 was found more open by bulk
ATAC-seq during SMC atherogenic transition (Supplementary material
online, Table S8). CHIP-PCR confirmed that ATF3 directly binds to this
motif (Figure 4D) in primary SMCs isolated from mouse lesions
(Figure 4E, left panel). To determine whether ATF3 is an enhancer or re-
pressor of C3 via this motif, the C3 promoter region containing the
ATF3 motif was cloned into HEK293T cells (Figure 4E, right panel, PGL3/
TSS). Co-transfection of ATF3 significantly inhibited C3 promoter activ-
ity in these cells (Figure 4E, right panel, PGL3/TSS/ATF3 vs. PGL/TSS).
These findings suggested that when this binding motif is occupied by
ATF3 in healthy SMCs, C3 expression is repressed. Loss of ATF3’s regu-
latory activity in Sca1þ SMCs as shown in Figure 3 was accompanied by
detachment of ATF3 from this motif (Figure 4F, left panel) and increased
accessibility of this region (Supplementary material online, Table S8).
Subsequent ELISA studies confirmed that knockdown of ATF3 led to a
significant increase in C3 secretion into the supernatant, in vitro
(Figure 4F, right panel). Given ATF3’s described role in repressing inflam-
mation, and the overlapped phenotypes of ATF3lo cells in vitro and in the
atherosclerotic plaque in vivo, we concluded that a reduction in ATF3
activity may represent a critical initial step in the transitioning of SMCs
during atherogenesis.

3.5 ATF3 is implicated in clinical CVD
and is inversely associated with the
‘atherogenic’ profile of human plaque
SMCs
To determine the translational relevance of these findings, we next per-
formed a series of experiments using clinical biospecimens and publicly
available human biobank data. First, we conducted a phenome-wide as-
sociation study (PheWAS) in 487 409 individuals from the UK Biobank
to define the spectrum of clinical diagnoses associated with a commonly
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Figure 3 Loss of ATF3’s gene regulatory activity is associated with some of the atherogenic phenotypes of Sca1þ SMCs. (A) The potential atherogenic
features of each SMC subpopulation (Subsets 0–5) is visualized by showing which DEGs (determined by scRNA-seq) are bona fide CAD-related risk genes
(red dots, upper panel). DEGs that changed in the same direction as the chromatin accessibility at the promoter region of a given gene (determined by bulk
ATAC-seq) are annotated in blue. Genes matching both criteria are shown in orange. The proportion of genes in each of the above three categories within
the total list of altered genes in each population (black dots) are illustrated in the square charts (lower panels). (B) Using the list of DEGs in the Sca1þ SMC
subset (Subset 1) as the input for CHEA3, the heatmap ranks TFs, which are predicted to be potential upstream regulators (yellow to purple: increasing as-
sociation) of the altered genes. The illustrated TFs were selected as CAD-related TFs, which had alterations in the chromatin structure at their respective
binding motifs during the atherogenic transition. (C) A set of representative pictures shows that expression of ATF3 (cyan) is low in Sca1þ (yellow) SMCs
(red) in the deep intima (white arrows) and high in Sca1- SMCs in the medial and cap region (asterisks) within lineage-traced murine atherosclerotic lesions,
in vivo. Scale bars: 50lm. (D) scATAC-seq clustering identifies three subsets of lesional SMCs, based on the similarity of their chromatin landscape accessibil-
ity. The subset of SMCs within the group ‘plaque 2’ was most similar to SMCs from healthy aortas (subpanel a). ArchR gene scores predict levels of Sca1, C3,
and ATF3 expression based on scATAC- seq data (red, highly expressed, subpanel b). ATF3 motif activity score was determined by chromVAR and
compared among healthy and lesional SMCs. These data indicate a reduced capability of ATF3 to regulate downstream gene expression in the plaque 1 sub-
population (likelihood-ratio test against plaque 1 population, **P < 0.01, ***P < 0.001, subpanel c). Pseudotime analysis suggests the trajectory of SMCs dur-
ing the atherogenic transition from healthy aortas to SMC subpopulation plaque 2. These cells then appear to give rise to the plaque 1 and 0 subgroups
(subpanel d).
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Figure 4 ATF3 is a repressor of the complement cascade in Sca1þ SMCs. (A) GSEA found an overlap of five hallmark gene sets between genes perturbed
by ATF3 knockdown in vitro and genes differentially expressed by Sca1þ SMCs in vivo. (B) A Circos plot connecting genes perturbed by ATF3 knockdown
with genes that are differentially expressed by Sca1þ SMCs predicts how ATF3 regulate gene profiles in vivo. Blue and purple ribbons connect ATF3-re-
pressed and promoted genes with genes that are up-regulated in Sca1þ SMCs, respectively. Pink and green ribbons connect ATF3- repressed and promoted
genes with genes that are down-regulated in Sca1þ SMCs, respectively. (C) Pathway analysis of genes suppressed by ATF3 (blue ribbons) indicates that acti-
vation of the complement cascade is the top biological process normally repressed by ATF3 in healthy SMCs before they make the atherogenic transition
into Sca1þ SMCs. (D) Predicted binding motif of ATF3 on the promoter region of C3 (Chr17: 57535101-301). (E) CHIP-PCR of primary SMCs isolated
from SMC-lineage-tracing mice confirms binding of ATF3 to its predicted motif on the C3 promoter (left panel, n = 3, P = 0.0004, two-tailed Student’s
t-test). Luciferase assay demonstrates that the increased C3 promoter activity in HEK293T cells transfected with its promoter region (PGL3/TSS vs. PGL3)
was inhibited when ATF3 is co-transfected (PGL3/TSS/ATF3) (right panel, n = 3, one-way ANOVA with Tukey’s post hoc). (F) CHIP-PCR indicates that Sca1-

SMCs have more ATF3 bound to its motif at the C3 promoter region (left panel) and when ATF3 is KD from primary SMCs, C3 secretion is increased (right
panel, n = 5, P = 0.0472, two-tailed Student’s t-test). Data are presented as mean ± SEM. *P < 0.05, ***P < 0.001.
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occurring candidate variant found within the intron of ATF3
(rs11571537; P = 8E-6). We conducted a functional annotation analysis
using the quantitative scoring system embedded in the 3DSNP data-
base,25 which revealed evidence for rs11571537 located within the TF
binding site. As shown in Figure 5A, individuals who harbour this risk allele
(who may have reduced expression of ATF3 in vivo) have a significantly in-
creased risk of developing atherosclerotic disease, but no increase in
other non-cardiovascular conditions (Bonferroni correction P
threshold = 0.05/3100). By analysing inferred gene regulatory net-
works, we found that ATF3 drives the expression of genes in the
STARNET co-expression module 33 (Figure 5B). In particular, these
genes are: (i) predominantly co-expressed in atherosclerotic vascular
tissue; (ii) enriched for CAD-DEGs; and (iii) enriched in pathways of
cytokine and inflammatory responses (Figure 5B). Using 6000 SMCs
isolated from human carotid plaques, we observed that while many
lesional SMCs lose all detectable levels of ATF3, a modest but signifi-
cant negative correlation between ATF3 and C3 expression could still
be detected in atherosclerotic human vessels (correlation: -0.0563,
P = 6E-04). Subsequent studies in a larger clinical dataset from the
Athero-Express Study (which allowed for clustering of lesional SMCs
by differentiation status according to expression of the SMC contrac-
tile genes, MYH11 and ACTA2), confirmed enrichment of genes asso-
ciated with the murine Sca1þ SMCs within ‘synthetic’ human SMCs
(Figure 5C). Similar to results from our mouse experiments
(Figure 4B), ATF3 was anti-correlated with the up-regulated ‘Sca1þ

SMC signature genes’ in the synthetic human plaque SMCs
[Spearman’s rank correlation: -0.22 (Up), P = 0.01075), as graphically
demonstrated in Figure 5D. We also queried sc-ATAC seq datasets
from atherosclerotic human coronary artery plaques (n = 41). Similar
to our murine observations, several clusters of variably differentiated
SMCs could be resolved, based on their gene scores for MYH11 and
ACTA2. As shown in Figure 5E, ATF3’s gene scores were inversely as-
sociated with C3, a member of the complement cascade. Finally, we
measured ATF3 expression in stable and ruptured human carotid
lesions from the Munich Vascular Biobank. These experiments indi-
cated a nearly five-fold lower expression of ATF3 in ruptured lesions,
suggesting a link to plaque vulnerability and clinical outcomes
(Figure 5F). Together, these translational data confirm and extend
observations made in lineage-traced mouse SMCs, suggesting that
loss of ATF3 may also occur during the atherogenic transition of
SMCs within the human plaque.

4. Discussion

For decades, the cornerstone of therapy for atherosclerotic conditions,
such as heart attack and stroke has been based on the management of
traditional risk factors.26 While the treatment of conditions, such as hy-
pertension and diabetes has certainly improved clinical outcomes, CVD
remains the world’s leading killer.27 Major advances in hypothesis-free
human genetics, such as the GWAS, have allowed investigators to pur-
sue the so-called ‘residual risk’ underlying the shortcomings of currently-
available therapies.28 Surprisingly, these GWAS studies revealed that the
loci most significantly associated with risk of disease appear to function
independently of all known classical risk factors.29 Rather, these ‘unbi-
ased’ studies suggest that atherosclerosis may arise due to perturbations
in intrinsic vascular cell behaviour,2 especially as they relate to SMC plas-
ticity, inflammation, and cell-fate decision-making.30–32 These discoveries
build upon the ‘lipid hypothesis of atherosclerosis’33 (e.g. that high LDL is

a major causal factor underlying CVD) and help explain two additional
hypotheses that have recently been validated as additional drivers of
atherogenesis.

The first theory that was recently confirmed is the ‘inflammatory hy-
pothesis of atherosclerosis’.34 After decades of preclinical work, recent
clinical trials convincingly reported that inflammation-suppressing thera-
pies can reduce the risk of major adverse cardiovascular events (MACE),
and do so independently of any effect on traditional risk factors.35 While
more precise approaches will be necessary to avoid the sequalae of non-
specific immunosuppressive therapies, it is notable that benefit has been
observed with a wide range of anti-inflammatory medicines, including anti-
cytokine therapies,36 pro-efferocytic therapies,37 and therapies with an
unclear mechanism of action.38 These data suggest that identifying novel
pathways that regulate vascular inflammation, including that related to acti-
vation of the complement cascade, could allow for the development of
new translational therapies to lower the risk of developing lethal cardio-
vascular events.

The second theory that was recently confirmed surrounds the ‘clonal
hypothesis of atherosclerosis’. Nearly 50 years ago, Earl Benditt and his
son hypothesized that human atherosclerotic plaques may arise in a
monoclonal fashion,39 though limitations of technology available during
that era prevented additional mechanistic exploration. More recently,
remarkable studies using large human genetics biobanks revealed that
the clonal expansion of haematopoietic cells is independently associated
with risk of MACE (a phenomenon known as ‘CHIP’ or ‘clonal haemato-
poiesis of indeterminate potential’),13 and sophisticated murine lineage-
tracing studies confirmed that vascular SMCs expand in an oligoclonal
fashion while promoting inflammation and lesion growth.5,23 While sev-
eral groups have focused on the behaviour of the dominant SMC clone
in the plaque, elegant studies, which applied scRNA-seq technology to
lineage-traced SMCs confirmed that mature SMCs de-differentiate and
actually give rise to a wide range of diverse phenotypes in the plaque, in-
cluding those that resemble ‘macrophage-like’ cells24 (which are presum-
ably deleterious) and components of the fibrous cap4 (which presumably
are beneficial and prevent plaque rupture). Accordingly, understanding
how the SMC ‘decides’ which phenotype to adopt, and whether it can
be intervened upon to direct cells towards a more favourable pheno-
type, is a major area of interest to vascular biologists.40

So far, the upstream factors leading SMCs to initiate the atherogenic tran-
sition have remained elusive. Because the human phenomenon of CHIP has
convincingly been shown to be driven by age-dependent somatic mutations,
we hypothesized that intrinsic vessel wall cells might similarly acquire genetic
variants in the developing plaque. This hypothesis is difficult to test in humans
(due to the inability to definitively isolate de-differentiated SMCs from pla-
ques), and could theoretically be challenging to test in mice (given the
shorter timeline necessitated by murine atherosclerosis models).
Nevertheless, we did identify a small number of SMC-specific mutations that
could affect a broad spectrum of genes, including in MSL1, which is a compo-
nent of histone acetyltransferase complex that modulates chromatin strucu-
true.41 Similar to the key CHIP driver gene, DNMT3A, which changes the
phenotype of immune cells via alterations in DNA methylation and hence
chromatin structure,42 it remains possible that somatic mutations play a role
in SMC phenotypes in human. However, the relative paucity of mutations
documented in the ‘de-differentiated’ and pro-inflammatory murine SMCs
examined in this study suggests the presence of an alternative mechanism re-
sponsible for their pathological behaviour.

For this reason, we next surveyed the chromatin architecture of
lesional SMCs, and correlated disease-associated changes with DEGs in
the murine atherosclerotic plaque.43 By analysing both promoter regions
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Figure 5 Loss of ATF3 is correlated with activation of the complement cascade and atherosclerotic disease in humans. (A) A PheWAS study based on
data from the UK biobank identified a genetic variant in ATF3 (rs11571537) that is highly correlated with atherosclerosis, but not other non-cardiovascular
phenotypes. (B) In the STARNET study of RNA-seq data from n = 672 CAD patients, co-expression module 33 contains genes primarily from human ath-
erosclerotic aorta (AOR), and is enriched for DEGs found in patients with angiographically confirmed CAD (CAD DEG). GSEA of AOR genes (Gene
Ontology, Enrichr) indicated these genes are involved in the response to cytokines and inflammation (subpanel a). We found that ATF3 is a key driver
(FDR<e-50, Mergeomics weigthed Key Driver Analysis) of the GENIE3 regulatory network for co-expression module 33 (subpanel b). (C) scRNA-seq data
from human carotid lesions in the Athero-Express Biobank Study revealed three SMC subsets based on their transcriptome profiles and expression of con-
tractile genes like MYH11 and ATAC2. These populations are termed: contractile, transitioning, and synthetic (subpanel a). Expression levels of the genes,
which are differentially expressed in Sca1þ SMC were determined among these three subsets of human SMC (subpanel b). (D) C3 and ATF3 expression are
visualized to illustrate their inverse correlation in human SMCs. (E) scATAC-seq of human coronary artery samples revealed several clusters of SMC subsets
that have high expression scores of contractile genes, including MYH11 and ATAC2 (red: highly expressed, subpanel a). Gene scores of C3 and ATF3 are nega-
tively correlated among the SMC clusters (subpanel b) by Pearson’s correlation test (r=-0.263, P = 1.77E-250). (F) PCR results from human carotid lesions
in the Munich Vascular Biobank demonstrate reduced ATF3 expression in ruptured compared to stable lesions. Data are presented as mean ± SEM.
***P < 0.001, two-tailed Mann–Whitney U test (n = 15 in each group).
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and TF binding sites, we found that the deleterious features of lesional
SMCs, which include activation of genes in the complement cascade and
down-regulation of several differentiation markers, are strongly corre-
lated to chromatin accessibility changes observed via bulk sequencing
technology. We then extended this work using single-cell RNA- and
ATAC-sequencing approaches, and confirmed the marked diversity of
SMCs in the plaque at both the transcriptional and epigenetic levels.
When analysing the individual clusters of SMC-derived cells, we found
that the Sca1þ subset harboured the highest number of dysregulated
GWAS-proven, CAD-related risk genes, and also appeared to be the
most ‘epigenetically-driven’ population of SMCs in the plaque.

Using a variety of informatic algorithms, we predicted that loss of ac-
cessibility to the upstream TF, ATF3, may explain how these cells adopt
their harmful phenotype and pro-inflammatory status. This finding is in-
teresting, given that ATF3 has previously been implicated in human CAD
in the CARDIoGRAM Study (rs11571537, P = 7.8E-06),17 as well as sev-
eral other diseases, such as diabetes and cancer, via its role in the modu-
lation of inflammatory genes.44 ATF3 is an early responder to stress,
which causes context-dependent reactions to perturbations in cellular
homeostasis.44 Whole body knockout of ATF3 in mice did not manifest
an obvious phenotypic change in the cardiovascular system.45 Knockout
of ATF3 in ApoE-/- mice led to enlargement of atherosclerotic lesions,
possibly due to increased formation of cholesterol esters facilitated by
cholesterol 25-hydroxylase, which ATF3 represses when bound to its
promoter.46 Because the concept of SMC ‘transdifferentiation’ towards
a foam cells-like phenotype47 had not been well established at that time,
a specific effect of ATF3 in SMC-derived foam cells was not observed in
this study. Hepatocyte-specific depletion of ATF3 was also recently
shown to strongly promote atherosclerosis.22 However, it should be
noted that the regulatory effects of ATF3 may be dynamic and highly
context-dependent.48 In the liver, ATF3 is immediately up-regulated in
response to physiological stress, then returns to a low level within sev-
eral hours.49 This pattern was reflected by our pseudotime analysis
(Figure 3D), where ATF3 activity increased in the transitional SMC popu-
lation (‘plaque 2’), then significantly fell in the pro-inflammatory SMC
group (‘plaque 1’). We have also reanalysed a recently published
scRNA-seq data from SMC-lineage-traced mice on an LDL receptor
knockout background.50 Consistent with our observation, expression of
ATF3 remained high in differentiated SMCs early in the disease course
(after 0 and 8 weeks of HFD) but fell in the de-differentiated SMCs found
within advanced lesions (16 and 26 weeks HFD). These context-
dependent features of ATF3 were further exemplified in a prior study
showing that it is one of the most variably expressed genes in SMCs
from vascular beds of different embryological origin.23 Knockdown of
ATF3 induced SMC apoptosis in vitro, while ATF3 was up-regulation in a
femoral injury mouse model of restenosis.51 Taken together, these previ-
ous studies highlight how the dynamic properties of ATF3 could be ben-
eficial or detrimental depending on the physiological condition. Because
our human PheWAS and biobank studies confirmed a protective role
for ATF3 in clinical outcomes, future studies should investigate whether
targeting lesional ATF3 expression or chromatin accessibility is sufficient
to prevent the emergence of C3-producing SMCs, and if this could ame-
liorate atherosclerosis in vivo.

The anti-inflammatory function of ATF3 has previously been reported
in another context. In bone-marrow-derived macrophages, high-density
lipoproteins induce the recruitment of ATF3 onto the promoter region
of pro-inflammatory cytokines, such as interleukin-6 and tumour necro-
sis factor-a, whereupon it appears to suppress their expression.52 A par-
allel regulatory mechanism was observed in our study, where pre-bound

ATF3 at the C3 promoter appeared to prevent activation of comple-
ment cascade in healthy SMCs, while this repressive activity is lost during
atherogenic transition (Figure 4D–F). Hai’s group reported that ATF3 can
act as its own repressor by binding to a motif immediately after the
TATA box,53 potentially explaining the transient up-regulation and sub-
sequent down-regulation of ATF3 in prior work.49 Our pseudotime
analysis (Figure 3D) points to a similar negative feedback loop in SMCs,
where ATF3 activity was increased in the ‘plaque 2’ subpopulation prior
to its atherogenic transitioning, followed by a drop in ATF3 activity in the
more diseased ‘plaque 1’.49 Additional studies on these complex molecu-
lar dynamics are needed to explore whether the loss of ATF3 function
during the atherogenic transition is the result or the cause of chronic in-
flammatory stress.

These studies have several limitations that warrant consideration. In
addition to difficulty extrapolating results across species due to an inabil-
ity to lineage trace SMCs in humans, we did not confirm a causal
relationship between ATF3 and SMC plasticity in this study. Future work
should include SMC-specific knockout of ATF3 in an atheroprone multi-
colour murine lineage-tracing system, to determine if this factor truly
governs the ‘atherogenic transition’ of SMCs. In a recent scRNA-seq
study that aimed to define the trajectory of SMCs during the atherogenic
transition, Sca1þ SMCs were defined as an intermediate and multipotent
group of SMCs that could differentiate into macrophage-like or
fibrochondrocyte-like cells, and potentially even back towards a mature
SMC phenotype.50 Formal dual lineage tracing of Sca1þ SMCs is neces-
sary to determine whether the diverse SMC phenotypes observed in the
lesion, including pro-inflammatory SMCs and SMC-derived foam cells,47

are derived from Sca1þ SMCs. Also, we do not know if other molecular
mechanisms may contribute to SMC diversity in the plaque, which could
be addressed with emerging simultaneous scRNA-seq/scATAC-seq plat-
form technology. Our available scATAC-seq data and trajectory analyses
suggest the involvement of multiple SMC- and CAD-related TFs net-
works, including those related to TCF21, SMAD3, LMOD1, and
KLF4,24,31,32,54 which can be pursued with systems biology approaches
to fully map the regulome of SMC diversity. For example, KLF4, a well-
recognized transcription regulator of SMC phenotypic transitioning,24

has a putative binding motif on the ATF3 promoter, and may facilitate
ATF3’s regulatory function.55 TCF21, a CAD GWAS TF that regulates
some of the features of coronary SMCs during atherogenesis,56 also has
DARs in its motif, but is not expressed in the ascending aorta, which
arises from an embryological origin distinct from what gives rise to the
coronary artery smooth muscle.57 The complexity of the dynamic inter-
actions within a TF network and in different cellular contexts needs to
be considered in future studies. Finally, while we observed significant
overlap of changes to the chromatin architecture at loci previously impli-
cated in CAD via GWAS studies, we do not yet definitively know the
role of epigenetic changes in the heritable component of CVD, and if this
should become a new translational target.

In summary, we have observed that nearly �25% of the chromatin
landscape is altered in SMCs during atherogenesis. There appears to be
marked heterogeneity in this process amongst the various subpopula-
tions of cells, which arise from the ‘quiescent’ vascular SMC. Changes in
the accessibility of certain TFs including ATF3 may constitute an early
change that leads to the emergence of the inflammatory cells that drive
atherosclerosis. Such changes may explain why targeting lipids alone has
failed as an approach to completely limit risk of heart attack and stroke,
and suggest that therapies, which suppress SMC inflammation may rep-
resent new opportunities to address vascular disease.
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Translational perspective
The recent CANTOS and COLCOT trials have shown that targeting inflammatory pathways lowers the risk of major adverse cardiovascular events.
However, more specific targets are needed to avoid immunosuppressive side effects. Our data identify an upstream regulator of pro-inflammatory
SMCs, ATF3, which is involved in the initial atherogenic transitioning of lesional SMCs. Restoring ATF3 activity may prevent the de-differentiation of
SMCs and offer a novel translational approach for the suppression of complement-dependent inflammation in atherosclerotic lesions.
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