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Abstract

Multiple type I interferons and interferon-γ (IFN-γ) are expressed under physiological conditions 

and are increased by stress and infections, and in autoinflammatory and autoimmune diseases. 

Interferons activate the Jak–STAT signaling pathway and induce overlapping patterns of 

expression, called ‘interferon signatures’, of canonical interferon-stimulated genes (ISGs) 

encoding molecules important for antiviral responses, antigen presentation, autoimmunity and 

inflammation. It has now become clear that interferons also induce an ‘interferon epigenomic 

signature’ by activating latent enhancers and ‘bookmarking’ chromatin, thus reprogramming cell 

responses to environmental cues. The interferon epigenomic signature affects ISGs and other gene 

sets, including canonical targets of the transcription factor NF-κB that encode inflammatory 

molecules, and is involved in the priming of immune cells, tolerance and the training of innate 

immune memory. Here we review the mechanisms through which interferon signatures and 

interferon epigenomic signatures are generated, as well as the expression and functional 

consequences of these signatures in homeostasis and autoimmune diseases, including systemic 

lupus erythematosus, rheumatoid arthritis and systemic sclerosis.

Type I interferons (IFNs) and IFN-γ, the sole type II IFN, are secreted cytokines that are 

important regulators of immunity and inflammation. IFNs have been implicated in the 

dysregulation of immune responses in autoimmune diseases and more recently in the 

regulation of immune responsiveness and tissue integrity under homeostatic conditions1–4. 

IFNs have a key role in anti-tumor immunity, and activation of IFN-γ signaling has been 

Reprints and permissions information is available at www.nature.com/reprints.
*Correspondence should be addressed to L.B.I. ivashkivl@hss.edu. 

Competing interests

F.J.B. has been acting as a consultant for Astra Zeneca, Janssen and EMD Serono but has no other conflicts. M.K.C. has served as a 

consultant for Astra Zeneca, Bristol-Myers Squibb, Janssen, Lilly and Novartis. L.B.I. serves as a consultant for Lilly but does not 

accept any personal compensation.

Peer review information: Ioana Visan was the primary editor on this article and managed its editorial process and peer review in 

collaboration with the rest of the editorial team.

Publisher’s note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and institutional affiliations.

HHS Public Access
Author manuscript
Nat Immunol. Author manuscript; available in PMC 2020 June 01.

Published in final edited form as:

Nat Immunol. 2019 December ; 20(12): 1574–1583. doi:10.1038/s41590-019-0466-2.

A
uthor M

anuscript
A

uthor M
anuscript

A
uthor M

anuscript
A

uthor M
anuscript

http://www.nature.com/reprints


implicated in the efficacy of checkpoint-blockade therapy (reviewed in ref.1); although 

checkpoint blockade has been associated with the emergence of autoimmunity, the role of 

IFNs in this phenomenon is unknown. Elevated production of IFNs during infection and in 

autoimmune diseases results in increased expression of target genes, most typically 

canonical interferon-stimulated genes (ISGs), in diseased tissues and often in circulating 

blood cells, in a pattern of expression defined as an IFN signature. Canonical ISGs are 

defined herein as genes transcriptionally activated by IFNs, as identified by transcriptomic 

analysis of IFN-stimulated cells, and they typically are directly activated by transcription 

factors of the STAT family. The presence of an IFN signature is often considered a hallmark 

of certain autoimmune diseases, and the ‘signature genes’ are inferred to have roles in 

pathogenesis.

Type I IFNs and IFN-γ bind specific cell-surface receptors expressed on most cell types and 

signal via pathways using the protein tyrosine kinases Jaks and STATs to activate gene 

expression1,5,6 (Fig. 1). Binding of type I IFNs to their heterodimeric receptor IFNAR 

activates the receptor-associated protein tyrosine kinases JAK1 and TYK2, which is 

followed by phosphorylation of STAT1 and STAT2 and their association with the 

transcription factor IRF9, thus forming the heterotrimeric complex ISGF3 (Fig. 1). ISGF3 

binds DNA elements termed interferon-sensitive response element (ISREs) (with the 

consensus sequence TTTCNNTTTC) and subsequently activates ISGs, including genes 

encoding antiviral proteins such as Mx1 and OAS, and various transcription factors, 

including interferon-regulatory factors (IRFs). IFN-γ binding to its receptor activates JAK1 

and JAK2, and predominantly STAT1 homodimers (Fig. 1). STAT1 binds a distinct DNA 

element termed a gamma-activated site (GAS; consensus sequence TTCNNNGGA) and 

directly activates a distinct set of ISGs, notably chemokines such as CXCL10 and 

transcription factors including IRFs.

Given their distinct core signaling pathways (Fig. 1), type I and type II IFN signatures might 

be predicted to be readily distinguishable, thus providing insight into which IFNs are driving 

gene expression and, by inference, disease pathogenesis. In practice, type I and type II IFN 

signatures greatly overlap and are difficult to distinguish1,3. Mechanistic explanations for 

such overlap include that many ISGs contain both ISREs and GAS elements and thus can be 

activated by both type I and II IFNs; both type I and type II IFNs can activate STAT–IRF 

complexes distinct from ISGF3, thus expanding the DNA binding profile, and IFNs can also 

activate STAT3 homodimers, STAT4, STAT5 and STAT6 in a context-dependent manner, can 

induce the expression and function of unphosphorylated STATs and can activate non-STAT 

pathways such as MAPK pathways; both type I and type II IFN induce a cascade of 

transcription factors, most notably IRFs, with overlapping DNA binding specificity, thus 

creating a dynamic IFN signature that can evolve over time; and the nature of the IFN 

response is context dependent, because IFN-induced gene expression is modulated by 

distinct environmental stimuli via signal-transduction cross-talk2 (Fig. 1).

IFN-induced signaling, gene expression and regulation of cellular responses to IFNs have 

recently been reviewed1,2,5,6, as have the functions of IFNs in normal immune responses 

(Box 1); these topics will not be further discussed herein. We describe recent developments 

in how IFN expression is regulated under physiological and stress conditions, and the 
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functional consequences of IFN signatures, with a focus on their roles in maintaining tissue 

homeostasis and in the pathogenesis of autoimmune disease. We will cover emerging ideas 

about how IFN-mediated epigenomic regulation extends the concept of signatures to include 

chromatin accessibility, expression of non-ISGs and reprogrammed cell states, such as 

trained innate immunity and tolerance. We offer a detailed consideration of IFN signatures 

in three autoimmune diseases, including new insights obtained from single-cell genomics.

Induction of IFN expression

Type I IFNs can be induced in most cell types by microbial pathogen-associated and 

damage-associated molecular patterns. Type I IFNs were discovered as factors produced by 

virally infected cells, and many ISGs have anti-viral functions; conversely, viruses have 

evolved multiple mechanisms to evade IFN actions7. Nucleic acids are key inducers of type I 

IFNs; the recognition of nucleic acids by predominantly intracellular pattern recognition 

receptors (PRRs) induces inflammatory cytokines, including large amounts of type I IFNs 

(Fig. 2), and is essential to mounting effective immune responses to microbial pathogens8. 

Pathogens are constantly evolving, but nucleic acids are an intrinsic part of their structures, 

and many nucleic acid sensors have been described. The contribution of these sensors to the 

overall immune response is key and depends on their subcellular localization in the cytosol 

or in endosomes, and the nature of the nucleic acid that is recognized. Of the ten human 

Toll-like receptors (TLRs), four have a predominant endosomal localization and recognize 

nucleic acids: TLR3 (double-stranded RNA), TLR7 and TLR8 (single-stranded RNA) and 

TLR9 (double-stranded DNA)8. In addition to TLRs, cytosolic nucleic acid sensors, such as 

the RNA-specific RIG-I and MDA5, contribute to anti-viral responses. The response to DNA 

is driven by cytosolic sensors with distinct structures9, and cyclic GMP–AMP synthase 

(cGAS) is a key player in the induction of type I IFNs (Fig. 2). Notably, endogenous ligands 

that can be released from damaged tissues or apoptotic cells can activate nucleic-acid-

sensing PRRs, and recognition of self nucleic acids appears to have critical roles in sterile 

inflammation and autoimmunity8. Important plasma-membrane receptors whose signaling 

induces type I IFN genes are TLR4 and the receptors for TNF family cytokines10,11. TNF 

activates an IRF1-dependent IFN-β-mediated autocrine loop that induces and sustains the 

expression of ISGs as part of the late-phase TNF response in macrophages. TLR4 senses 

microbial lipopolysaccharides and damage-associated molecular patterns, such as 

extracellular-matrix fragments generated by sterile injury. Signaling pathways used by 

nucleic-acid-sensing PRRs have been recently reviewed8 (Fig. 2). Their signaling pathways 

are often redundant, with commonalities including utilization of shared adaptors including 

MyD88, TRIF, MAVS and STING with downstream activation of IRF3, IRF5 and IRF7 

(refs.10,12,13). These PRRs and signaling pathways are potential therapeutic targets in 

patients with autoimmune diseases characterized by an IFN signature.

A key issue in the biology of these nucleic acid sensors is their restricted expression in 

distinct cell types, which controls the nature of the response to specific nucleic acid agonists. 

In addition, the expression patterns of TLRs differ between mice and humans. For example, 

mouse TLR8 does not recognize viral RNA, and TLR7 and TLR9, whose expression is 

restricted to B cells and plasmacytoid dendritic cells (pDCs) in humans, are widely 

expressed in immune cells in mice14–16. Gaining a better understanding of the identities of 
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the cells responsible for type I IFN production during normal immune responses and in 

disease situations is critical when thinking about ways to interfere with nucleic acid sensors 

in patients17.

Although type I IFNs, particularly IFN-β, can be produced by most cell types, production of 

type I IFNs by blood cells in response to viruses is for the most part dependent on nucleic 

acid sensing by pDCs via TLR7 and TLR9 (refs.18–20). pDCs have a plasma cell 

morphology and produce copious amounts of type I and type III IFNs, the main genes 

induced in these cells21,22. The contribution of pDCs to the overall type I IFN response in 

vivo in response to pathogens has been established in mouse models of viral infections19. 

However, because mouse pDCs can also produce large amounts of IL-12 and other 

proinflammatory cytokines21,23, a response not seen in human pDCs24, whether functions 

assigned to pDCs in mouse models can be fully extrapolated to human biology remains 

unclear.

IFN-γ is produced predominantly by immune cells, including innate natural killer cells, 

ILC1 and γδ T cells, and adaptive cells such as CD4+ type 1 helper T cells and CD8+ type 1 

cytotoxic T cells (reviewed in ref.1). IFN-γ is induced primarily in response to stimulation 

of antigen receptors and by cytokines such as IL-12 and IL-18, which activate the 

transcription factors STAT4 and NF-κB, respectively. Given the different stimuli that induce 

their expression, and the distinct cell types that produce type I and II IFNs, their 

contributions to the IFN signature vary depending on the nature and timing of immune and 

inflammatory responses.

Homeostatic expression and function of IFNs

Both type I and II IFNs are expressed basally under physiological conditions and contribute 

to tissue homeostasis and ‘readiness’ to fight infection1,2. Basal IFN-β expression is 

maintained at least in part by the reactivity of cells at barrier tissues to commensal micro-

flora, thus resulting in tonic IFN signaling that maintains expression of STAT1 and IRF9, 

and poises cells for robust responses to environmental challenges25. Basal IFN-β appears to 

have systemic effects and can act at a distance; for example, IFN induced by the gut 

microbiome maintains immune readiness at other sites such as the spleen26,27. In contrast, 

basal IFN-γ produced under homeostatic conditions in select tissues, such as lymph node 

lymphatics, uterine blood vessels, meninges, bone and skin, acts locally. The local functions 

of low concentrations of IFN-γ include remodeling of lymphatic and uterine arterial blood 

vessels, survival and connectivity of neurons important for social behavior, regulation of 

bone mass and immune cell trafficking in the skin28–32. The cell types and stimuli that 

maintain basal IFN-γ expression are not well understood but include tissue-resident memory 

T cells and stimulation by commensal microbes on barrier surfaces33,34. Overall, low-level 

basal IFN signatures have important physiological functions; although such signatures can 

be difficult to measure, they are clearly revealed when components of IFN signaling 

pathways, such as IFNAR or STAT1, are deficient25.
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Genetic modulators of IFN expression

Although IFN signatures are induced by environmental cues, their amplitudes, time courses 

and patterns of gene expression are modulated by genetic factors. Complex multigenic 

autoimmune diseases exhibit a highly significant enrichment of allelic variation at gene loci 

encoding components of IFN–Jak–STAT–IRF signaling pathways35, in agreement with 

genetic modulation of IFN production36–38. Monogenic disorders, which are typically 

diagnosed in childhood and characterized by a type I IFN signature, have features of 

systemic autoimmunity and inflammation and are described as interferonopathies39,40. 

Those diseases are typically characterized by mutations that alter the regulation, degradation 

or sensing of endogenous RNA or DNA (described below). In contrast to the mutations 

associated with interferonopathies, which map to cytosolic pathways that induce type I IFN, 

single-nucleotide polymorphisms in IRF5, which encodes a protein primarily involved in 

signaling downstream of TLRs, are among the strongest genetic risk factors for systemic 

lupus erythematosus (SLE) and other systemic autoimmune diseases4,37. Dissecting the 

consequences of the genetic contributions to the risk of developing a systemic autoimmune 

disease becomes exceedingly complex, given that a heterozygous rare variant associated 

with a monogenic interferonopathy can amplify the risks conferred by common genetic 

variants41.

IFN gene expression signatures

IFN signatures commonly refer to sets of genes (ISGs) that can be upregulated by type I, II 

or III IFNs and were originally defined in in vitro culture systems3,42. Type I IFNs consist of 

13 IFN-α subtypes, IFN-β, IFN-ω, IFN-κ and IFN-ε. There are four type III IFNs: IFN-λ1 

(IL-29), IFN-λ2 (IL-28A), IFN-λ3 (IL-28B) and IFN-λ4 (ref.43). Structural studies of IFN–

IFNAR complexes have revealed that type I IFNs can bind their common receptor IFNAR 

with different topologies and affinities, thus affecting downstream signaling and gene 

expression profiles44,45. Furthermore, structural studies of the IFN-γ–IFNγR complex have 

provided insights into signaling mechanisms that have enabled the development of partial 

agonists with differential gene expression profiles. These molecules include agonists that 

dissociate the induction of immunostimulatory and immunosuppressive genes, thereby 

paving the way to a new therapeutic strategy for boosting immune responses46. Whether the 

existence of multiple IFNs is due to strong evolutionary pressures or whether each IFN has 

distinct effects and can differentially modulate immune functions remains unclear. Although 

the three IFN types signal via distinct receptors43 (Fig. 1), the genes or signatures controlled 

by these IFNs overlap substantially. Differences between type I and II signatures have been 

described in mice47 and must be validated in humans. Being able to clearly define the 

differences between the type I and type II IFN signatures would clarify which IFNs and cell 

types are involved in disease situations and may aid in selecting the appropriate therapy. 

Distinctions between type I and type II signatures have been made in Sjogren syndrome48, 

lupus49,50 and infectious diseases51; determining how various therapeutic interventions that 

target the IFN pathway in patients affect these distinct signatures will be interesting.
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IFN-induced epigenomic signatures

The epigenome or ‘epigenomic landscape’ is the genome-wide pattern of histone and DNA 

modifications, chromatin conformation and transcription-factor binding that determines cell-

specific gene expression and responsiveness to environmental stimuli52. The epigenome 

regulates the access of signal-activated transcription factors and the general transcriptional 

machinery to gene-regulatory elements. The epigenomic landscape is shaped during 

development and is remodeled in response to environmental cues by transcription factors, 

histone- and DNA-modifying enzymes, nucleosome-remodeling complexes and factors that 

organize the three-dimensional structure of the genome. IFNs induce extensive remodeling 

of the epigenome, including the creation of new enhancers (termed latent enhancers), the 

disassembly of enhancers and the modulation of histone marks that regulate chromatin 

accessibility and the functions of enhancers and promoters53–61. This chromatin remodeling 

is mediated by IFN-activated STATs and by de novo–induced transcription factors, such as 

IRFs, which bind gene-regulatory elements and recruit chromatin-remodeling enzymes. 

Chromatin remodeling at ISG loci is associated with gene transcription, including sustained 

transcription at time points after IFN-induced proximal signaling has subsided.

IFN-induced transcription-factor binding, chromatin remodeling and changes in histone 

marks also occur at regulatory elements of non-ISGs (defined herein as genes whose 

transcription is not altered by IFN stimulation alone), including canonical targets of NF-κB 

that encode inflammatory molecules activated by prototypical inflammatory factors such as 

lipopolysaccharide53,57,59,61. In the case of IFN-γ, remodeling at non-ISGs is mediated in 

part by interactions of STAT1 with IRF1 and expansion of the STAT1 genomic binding 

profile to IRF-binding sites59, and by diminished occupancy of enhancers by IFN-γ-

repressed transcription factors55 (reviewed in detail in ref.1). Stimulation with IFN-γ results 

in pervasive genome-wide changes in histone acetylation and chromatin accessibility at 

promoters and enhancers. In contrast, stimulation with type I IFNs increases the amount of 

trimethylated histone H3 Lys 4 (H3K4me3), a histone mark that promotes transcription at 

promoters of genes encoding inflammatory mediators. Furthermore, in an inflammatory 

context, type I IFNs, in cooperation with TNF, induce the tandem occupancy of regulatory 

elements at non-ISGs that encode inflammatory mediators by IRFs and NF-κB, a process 

associated with increased histone marks that facilitate transcription and mediate enhanced 

responsiveness to subsequent environmental challenges57 (Fig. 3). The binding of 

transcription factors and the presence of altered chromatin states that are stable over time 

can serve as ‘bookmarks’62 that mark genomic locations and mediate their responsiveness to 

subsequent environmental stimuli. Fully defining the functional role of such bookmarking of 

non-ISGs by IFNs in the absence of notable changes in transcription is an important area for 

future research.

Consequences of epigenomic remodeling by IFNs

IFN-induced epigenomic changes can last for days to weeks and thus persist beyond the 

period of IFN expression and upstream Jak–STAT signaling55–57,60,63. Such persistence can 

confer transcriptional memory and sustain the expression of ISGs. For non-ISGs, although 

IFN-induced epigenomic changes are often transcriptionally silent, the current model posits 
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that such bookmarking alters how these genes respond to subsequent stimulation. For 

example, IFN-γ-induced marking of TNF and IL6 loci with IRF1–STAT1 and histone 

acetylation, or IFN-β-induced increases in H3K4me3, result in super-induction of the 

response to subsequent stimulation by TLR ligands, a phenomenon termed priming57,59. 

Thus, chromatin-mediated mechanisms link the IFNs to the induction of inflammatory genes 

beyond canonical ISGs; this linkage provides a potential explanation for the downregulation 

of genes encoding inflammatory mediators by the Jak inhibitors. IFN-induced chromatin 

changes can also make genes refractory to stimulation by suppressive factors such as 

glucocorticoids, IL-4 and IL-10, and resistant to tolerization53,57,58,60 (reviewed in refs.1,64). 

There is great interest in a phenomenon termed innate immune training, in which prior 

exposure to inflammation or infection results in a stronger secondary innate immune 

response that can be protective against an infectious challenge but also can result in 

increased inflammation and tissue damage65. In vitro, training can be induced with low-

grade stimulation of macrophages with factors such as β-glucans, which initiate signaling 

mediated by immunoreceptor tyrosine-based activation motifs; in vivo, training is induced 

by various processes that elicit inflammation, including vaccination, bacillus Calmette–

Guérin infection and high-fat-diet feeding. Innate immune training is mediated by epigenetic 

chromatin-based mechanisms65 that are similar to, and partially overlap with, those induced 

by IFNs. Emerging evidence indicates that IFN-γ signaling is important for the training of 

hematopoietic progenitors after induction with bacillus Calmette–Guérin66 and the viral-

infection-induced training of alveolar macrophages67. Thus, IFNs are important for both 

priming and training, both of which are related by the utilization of overlapping epigenomic 

mechanisms; priming typically refers to a predominantly IFN-driven process, whereas 

training typically refers to phenomena driven by pathogens or pathogen-associated 

molecular patterns, to which IFNs can contribute.

The ability of an IFN epigenomic signature to augment and sustain immune responses 

suggests a potential role in the pathogenesis of autoimmune diseases. Indeed, IFN-induced 

epigenomic signatures, including increased histone acetylation, H3K4me3 modifications at 

the promoters of highly expressed genes, including ISGs, and evidence of resistance to 

endotoxin tolerance have been observed in monocytes from people with SLE57,68,69. These 

findings can be potentially explained on the basis of elevated IRF1 expression and 

occupancy of regulatory elements. Accordingly, assay for transposase-accessible chromatin 

using sequencing (ATAC–seq) analysis has revealed similarities in genome-wide chromatin-

accessibility profiles between monocytes from people with SLE and in vitro IFN-primed 

monocytes that are resistant to tolerance. Digital footprinting under ATAC–seq peaks in 

these cells has revealed similar enrichment of tandem IRF1- and NF-κB-binding sites57. 

Although the effects of IFNs on DNA methylation are not well understood, several studies 

have reported altered DNA-methylation patterns, including hypomethylation of ISGs in SLE 

blood cells, which may augment gene expression and thus an IFN signature (reviewed in ref.
70). These reports support further investigation of epigenomic signatures and the 

relationships among IFN signaling, chromatin changes and DNA methylation in 

autoimmune disease cells.
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IFN signatures in SLE

The functions of IFNs and ISGs in normal immune responses have recently been reviewed1,2 

(Box 1). Here we focus on three human autoimmune diseases in which IFN signatures have 

been extensively investigated, and we describe recent advances in understanding of the 

generation of an IFN signature, its utility as a biomarker and its role in pathogenesis. A 

contribution of IFN to the pathogenesis of SLE, the prototypic systemic autoimmune 

disease, was first suggested by studies in which induction of type I IFN in the NZB/NZW F1 

mouse model accelerated disease71. Elevated expression of IFN in the blood in patients with 

SLE72,73 was corroborated by the elevated expression of hundreds of IFN-induced genes in 

microarray analyses of blood mononuclear cells from people with SLE, thus revealing that 

the IFN signature is the most prevalent molecular pathway activated in SLE74–77. The 

peripheral IFN signature is most consistent with induction by type I IFN78,79, although IFN-

γ may contribute to the expression of some genes, for example, the gene encoding the 

chemokine CXCL10/IP-10 (refs.50,74,80; reviewed in ref.1).

The major cellular source of type I IFN in SLE is presumed to be pDCs. The depletion of 

these cells in mouse models of lupus leads to diminished disease81,82, and the administration 

of anti-BDCA2, a specific inhibitor of pDC function, induces a significant but partial 

decrease in the type I IFN signature in the blood in people with SLE83. IFN-α and the type I 

IFN–induced protein MxA have been found to be markedly decreased in the skin lesions in 

patients with SLE with cutaneous manifestations of the disease who were treated with anti-

BDCA2 (ref.83), a finding that correlated with improved clinical scores, thus suggesting that 

the contribution of pDCs to SLE might be more dominant in the skin. Virtually all immune 

cell populations studied in the blood in people with SLE show a type I IFN response, and 

monocytes show a particularly prominent signature84. Synovial tissue collected from people 

with SLE with arthritis as well as renal biopsy tissue, particularly from people with class IV 

lupus nephritis, show strong type I IFN–induced gene expression85,86. Single-cell RNA 

sequencing (RNA-seq) of cells isolated from renal biopsies of people with SLE has detected 

an IFN signature in subsets (computationally defined cell clusters) of essentially all 

infiltrating leukocytes and tissue cells. This signature is especially prominent in subsets of B 

cells and CD4+ T cells; although target genes of type I IFN are expressed, the presence of 

natural killer cells and CD8+ T cells that can produce IFN-γ, and of autoimmunity-

associated T-bet+ B cells, supports a contribution of IFN-γ to the IFN signatures87,88. 

Although cross-sectional studies of patients with lupus suggest that activation of the IFN 

pathway is associated with disease activity, type I IFN–stimulated gene expression is 

observed in cells from both inactive and active patients, and is often quite stable over time.

Characterization of the drivers and molecular pathways responsible for production of type I 

IFN in SLE has focused on both endosomal TLRs and cytosolic sensors (Fig. 2). Early 

studies demonstrated that the induction of IFN-α by immune complexes composed of 

necrotic or apoptotic cellular material, nucleic acids and autoantibodies targeting RNA-

binding proteins, such as Ro or Sm, is strongly associated with an IFN signature89–91. These 

data, along with data from genome-wide association studies implicating IRF5 downstream 

of TLR7, and experiments using oligonucleotide inhibitors of TLR7, suggest that access of 

RNA-containing immune complexes to TLR7 is an important driver of the IFN pathway in 
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SLE92. Neutrophil extracellular traps, DNA-containing microparticles and circulating 

mitochondrial DNA are additional candidate stimuli of endosomal TLRs93–97. The discovery 

of mutations in genes encoding cytosolic nucleic acid receptors for RNA and DNA and 

regulators of endogenous nucleic acids in interferonopathies associated with a type I IFN 

signature has drawn attention to these receptors for further study in SLE. Oxidized 

mitochondrial DNA and genome-derived DNA and RNA enriched in endogenous 

retroelement sequences have been proposed as candidate stimuli for cytosolic sensors and 

STING-dependent induction of type I IFN98,99. Additional investigations will be required to 

define the relative contributions of the endosomal TLR pathways and the cytosolic nucleic-

acid-driven mechanisms in spontaneous SLE, as well as in the rare patients with SLE due to 

monogenic mutations.

The protean functional effects of type I IFN on the immune system4 are consistent with 

many of the features of altered immune-system function that characterize people with SLE. 

Augmented antigen-presenting-cell function, B cell differentiation, modulation of effector T 

cell function and promotion of inflammation by IFN-induced chemokines can be attributed 

at least partly to the induction of IFN-regulated genes. A major role for type I IFNs and the 

sustained activation of the type I IFN pathway in the pathogenesis of SLE, including its 

manifestations in the skin, arthritis, nephritis and premature atherosclerosis, is supported by 

extensive data in both mouse systems and human patients, and provides a rationale for drug-

development programs targeting the upstream drivers and producers of type I IFN, the 

components of both endosomal TLR and cytosolic nucleic-acid-sensing pathways (Fig. 2). 

Potential stimuli for type I IFN production include RNA- or DNA-containing immune 

complexes, cytosolic nucleic acids enriched in endogenous retroelement sequences or 

mitochondrial DNA. These might be inhibited by RNases or DNases that degrade nucleic 

acids, or by inhibitors that suppress reverse transcription of retroelements. pDCs that 

robustly produce type I IFNs could be inhibited by targeting cell-surface receptors that are 

expressed by pDCs or that regulate pDC production of IFN, including BDCA2, CD123 or 

ILT7. Therapeutics targeting TLR7, TLR8 and possibly TLR9 or IRAK4 could decrease 

production of IFN by pDCs, and inhibitors of cGAS or STING might decrease the 

production of type I IFN triggered by cytosolic nucleic acids. Therapeutic targeting of IFN-

α, IFNAR or the signaling components downstream of IFNAR (Fig. 1) has already shown 

promise. One approach is the blockade of IFNAR with a monoclonal antibody specific for 

IFNAR1, anifrolumab100, which significantly decreases the expression of type I IFN–

induced transcripts101, but promising phase II studies have not been corroborated by phase 

III trials. The inhibition of gene transcription triggered by cytokines and IFNs and mediated 

by the Jak–STAT pathway is currently under study through use of Jak inhibitors102,103, and 

IFN-γ is also being targeted1,80. Assessment of the IFN signature has proven useful in the 

context of clinical-trial design, and its application is being extended to assessment of 

patients with pre-clinical SLE104,105. The type I IFN signature is being refined on the basis 

of the inclusion of transcripts representing distinct gene clusters derived from analysis of 

RNA-seq data106. Identifying those type I IFN–induced transcripts that fluctuate over time, 

either before or concurrently with flare-ups in disease activity, may provide new insights into 

the relevant molecular pathways driving and sustaining immune activation and clinical 

disease.
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IFN signatures in rheumatoid arthritis

The expression of IFN-induced genes in inflamed rheumatoid arthritis (RA) synovium was 

described more than three decades ago107, and multiple studies including recent RNA-seq 

analysis have established the expression of IFN signatures in diseased synovial (joint) 

tissue108,109. The synovial IFN signature is sensitive to Jak inhibitors110, thus suggesting 

that the efficacy of these compounds may be related, at least in part, to inhibition of IFN 

signaling. Macrophages in the RA synovial fluid show a strong IFN-γ signature, elevated 

IRF1 and increased expression of genes associated with IFN-γ-induced latent enhancers55. 

These findings implicating the regulation of enhancers in RA synovial macrophages support 

further investigation into the IFN epigenomic signatures in RA synovial cells.

Single-cell RNA-seq and mass cytometry have identified four subsets of macrophages, four 

subsets of fibroblasts, four subsets of B cells and six subsets of T cells in the inflamed RA 

synovium111,112. In addition to identifying potentially novel pathogenic cell types, these 

studies show an IFN signature in one subset of HLAhi sublining fibroblasts that were 

proposed to be pathogenic on the basis of cytokine production, in two subsets of 

macrophages (one of which was defined by expression of IL1B and HBEGF and considered 

inflammatory) and in three subsets of B cells, including CD11c+ T-bet+ B cells, which 

produce high amounts of autoantibodies111. Synovial CD8+ T cells express IFNG at a higher 

frequency than CD4+ T cells, thus revealing a long-elusive source of synovial IFN-γ (ref.
113) and a potentially pathogenic cell type that drives synovial IFN signatures. 

Characterization of the pathogenic functions of IFN-signature-expressing synovial cells is an 

important area of future research.

IFN signatures in systemic sclerosis

Systemic sclerosis (SSc) is a multisystem, fibrosing disorder in which vasculopathy, 

autoimmunity and inflammation lead to diverse clinical manifestations114. SSc is 

heterogeneous and life threatening, and is associated with the highest degree of morbidity 

and mortality among the rheumatic diseases, with a 10-year mortality rate of 23–45% (ref.
115). Although evidence has linked the inflammatory response observed in patients and pro-

fibrotic events, the roles of IFN and of key pathogenic cell types are only starting to emerge. 

The presence of an IFN signature and elevated expression of CXCL4, which is produced by 

pDCs in people with SSc116–118, suggested the possibility that pDCs may have a pathogenic 

role in skin disease. In agreement with this idea, pDCs infiltrate the skin after injury119,120, 

in ‘interface dermatitis’ skin inflammatory diseases121, and in a mouse model of the stiff 

skin syndrome122. pDCs directly promote skin fibrosis, and their depletion prevents and 

even reverts the fibrotic process in a mouse model of SSc123. Type I IFNs produced by pDCs 

might play a role, potentially by exacerbating the tissue-repair process or by inducing a 

cascade of IFN-related pro-fibrotic inflammatory events, as in other systems124. IFN 

produced by non-immune cells, such as keratinocytes, may contribute to the overall IFN 

response in the skin in people with SSc, similarly to cutaneous SLE125. One reason why 

mouse models of SSc only partially mimic the human disease is that human skin is very 

different from mouse skin. Although depleting pDCs can prevent fibrosis in mice, the 

Barrat et al. Page 10

Nat Immunol. Author manuscript; available in PMC 2020 June 01.

A
uthor M

anuscript
A

uthor M
anuscript

A
uthor M

anuscript
A

uthor M
anuscript



pathogenic contributions of type I IFN or pDCs to SSc pathogenesis can be determined only 

in clinical trials using drugs that block IFN responses or deplete or attenuate pDC function.

IFN signatures in autoinflammatory diseases

Genetic analysis of children with features of inflammation refractory to immunosuppressive 

therapy has revealed novel single-gene mutations that affect the induction or regulation of 

type I or type II IFN and result in a variety of severe clinical syndromes. Insights gleaned 

from the identification of the molecular pathways affected by those mutations have the 

potential to inform understanding of disease mechanisms operative in polygenic complex 

systemic autoimmune and inflammatory diseases40,126. Aicardi–Goutières syndrome (AGS), 

chronic atypical neutrophilic dermatosis with lipodystrophy and elevated temperature 

syndrome (CANDLE) and STING-associated vasculopathy with onset in infancy (SAVI) are 

among the so-called interferonopathies characterized by sustained high levels of type I IFN, 

particularly IFN-α, and an IFN signature39,40,126. AGS is based on mutations in TREX1, 

SAMHD1, RNASEH2A, RNASEH2B, RNASEH2C or ADAR1, which encode proteins that 

degrade or edit nucleic acids, or in IFIH1, which encodes a cytosolic RNA sensor. CANDLE 

is associated with mutations in genes encoding proteasome subunits127, and SAVI is due to a 

gain-of-function mutation in TMEM173, which encodes STING and promotes the 

transmission of signals initiated by cytosolic DNA128,129.

AGS presents with a distinct clinical picture with organ involvement different from that in 

SLE, possibly because of recognition of nucleic acids by cytosolic sensors in AGS, rather 

than recognition of nucleic-acid-containing immune complexes by endosomal TLRs in SLE. 

Although each of the gene mutations responsible for AGS has a distinct mechanism, the 

common consequence of the mutations is accumulation of cytosolic RNA, DNA or RNA–

DNA hybrids that stimulate either cGAS or the RNA sensors RIG-I or MDA5. 

Mitochondrial DNA or RNA and cytosolic nucleic acids enriched in endogenous 

retroelement sequences have been proposed as candidate endogenous inducers of the type I 

IFN signature93,94,99,130. In contrast to AGS, CANDLE and SAVI have been described as 

‘auto-inflammatory’ interferonopathies and are generally independent of the pathologic 

effects of autoantibodies40. The IFN signature in CANDLE is independent of STING and 

MAVS, thus suggesting that intracellular DNA and RNA may not be the relevant stimuli. 

Augmented responsiveness of CANDLE cells to IFN-γ has also been reported40. Clinical 

manifestations of CANDLE include fevers, nodular skin lesions with underlying panniculitis 

or lipodystrophy and arthritis with prominent joint contractures. The IFN signature in SAVI 

is likely to be driven by STING-mediated signaling and IRF3 translocation to the nucleus. 

Like people with CANDLE, people with SAVI have fever and rash, and often have 

interstitial lung disease and fibrosis. Although the current state of investigation does not 

allow for clear linkage of the distinct molecular pathways underlying each of these 

monogenic disorders to specific clinical manifestations of multigenic complex diseases, such 

as SLE, it is reasonable to propose that in addition to the immunopathologic effects of type I 

IFN, the pathogenesis of SLE may also require the production of autoantibodies and 

immune complexes that contribute to organ inflammation.
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AGS, CANDLE or SAVI have been refractory to most of the immunosuppressive 

medications used in SLE, but promising data are emerging from studies of Jak 

inhibition131–133. The Jak inhibitor baricitinib results in particularly striking responses in 

patients with CANDLE133. A distinct and novel approach to therapy for patients with AGS 

is administration of a cocktail of reverse-transcriptase inhibitors, on the basis of the concept 

that reverse-transcribed DNA derived from endogenous retroelements may be enriched 

among the stimulatory nucleic acids driving the type I IFN pathway in those patients. The 

type I IFN signature shows an impressive transient inhibition in patients with AGS receiving 

a 12-month course of those agents134.

Hemophagocytic lymphohistiocytosis (HLH) is a potentially catastrophic syndrome 

affecting children and characterized by cytopenias, a sepsis-like presentation, 

hemophagocytosis by macrophages and abundant cytokine production by expanded CD8+ T 

cells135. A familial form is associated with single gene mutations that impair cytotoxic T cell 

function and appear to result in decreased clearance of APCs and infected cells, and the 

associated IFN-γ production that contributes to the characteristic macrophage activation and 

phagocytic function136,137. The effect of IFN-γ on macrophage function is reflected in the 

high expression of the IFN-γ-induced chemokines CXCL10 and CXCL9 and the IFN-γ-

induced protein neopterin. A role for IFNs and IRFs in HLH and the related macrophage-

activation syndrome is supported by findings in animal models138–141. Therapeutic targeting 

of IFN-γ with a specific monoclonal antibody (emapalumab) reverses clinical and 

laboratory manifestations of HLH in some patients142, and emapalumab has recently been 

approved by the US Food and Drug Administration for the treatment of patients with 

primary HLH with refractory, recurrent or progressive disease143.

Concluding remarks

The presence of IFN signatures at homeostasis and in autoimmune diseases is well 

established, and the characterization of IFN epigenomic signatures is emerging. Many 

important questions remain for future research. Although we have highlighted the potential 

pathogenic roles of IFN signatures in autoimmune diseases, both type I and II IFNs induce 

negative feedback and inhibitory pathways and have been implicated in suppressive effects, 

such as immune cell exhaustion1,2. Thus, similarly to infections and anti-tumor immune 

responses1,2, IFNs are likely to mediate both pathogenic and protective mechanisms in 

autoimmune diseases, and the effects of therapeutic IFN blockade are likely to be context 

and disease specific. Exogenous type I IFNs exhibit therapeutic efficacy in the autoimmune 

disease multiple sclerosis and are suppressive in the experimental autoimmune encephalitis 

animal model2,44. Given the panoply of cytokines that activate the Jak–STAT pathway, 

sorting out which IFNs and other cytokines contribute to gene expression patterns and 

disease pathogenesis will be important. Targeting therapies against individual cytokines will 

be helpful in this regard; defining STAT-specific gene expression signatures may also have 

great utility, especially if protective signatures can be identified (for example, genes 

mediating STAT3-dependent suppression of inflammatory responses in myeloid cells) and 

therapeutically augmented. The era of single-cell genomics is just beginning to be applied to 

the study of autoimmune diseases87,88,111,112 and holds great promise for identifying IFN-

responsive cell types in vivo and defining their pathogenic roles and responses to therapy. In 
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addition to autoimmune diseases and infections, IFN signatures may contribute to other 

pathologies, such as the increased inflammation and tissue dysfunction associated with 

aging, which is responsive to Jak inhibitors144.

Expanding investigations into IFN epigenomic signatures and the analysis of individual cell 

types will be important. Epigenomic analysis has the potential to provide insights into 

mechanisms of gene expression, identify chromatin- and DNA-modifying enzymes as new 

therapeutic targets, and reveal the effects of disease-associated allelic variants on the 

epigenome. Epigenomics-enabled measurement of the effects of environmental stimuli, 

which can be relatively stable over time, may provide a novel biomarker of environmental 

exposure and disease activity and, together with genetic analysis, can yield insights into the 

interplay between genetics and environment in disease pathogenesis.
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Box 1 |

Immune functions of type I and II IFNs

Type I IFNs act on most cell types and induce an antiviral state; increase major 

histocompatibility complex expression, which in turn augments the lysis of infected cells; 

and induce the production of chemokines and cytokines that recruit immune and 

inflammatory cells and coordinate the immune response. Type I IFNs boost innate 

immunity by stimulating the differentiation and maturation of dendritic cells and the 

function of natural killer cells. These IFNs also augment adaptive immunity by 

promoting the activation and the differentiation of T and B cells and the development of 

immunological memory. Type I IFNs can also have suppressive effects, such as by 

inhibiting the responses of IL-17-producing helper T cells and inducing feedback 

inhibitory molecules such as IL-10 and PD-1 ligand in the setting of chronic infections.

IFN-γ also acts on most cell types; it has weaker antiviral effects than type I IFNs but 

potent effects on increasing major histocompatibility complex expression, antigen 

presentation and chemokine production, while suppressing cell proliferation. IFN-γ is the 

prototypic ‘macrophage-activating factor’ that augments cytokine and chemokine 

production, phagocytosis and intracellular killing of microbial pathogens. IFN-γ also 

promotes innate immunity by increasing ILC1 function. IFN-γ boosts type 1 adaptive 

immunity by promoting differentiation of type 1 helper T cells, generation of follicular 

helper T cells, B cell class switching, autoantibody production and generation of 

autoimmunity-associated B cells. IFN-γ can also have protective functions by 

suppressing responses mediated by type 2 and IL-17-producing helper T cells, inducing 

specialized regulatory T cells, and restraining tissue damage.
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Fig. 1 |. IFN-induced signaling and overlapping patterns of gene expression.

Type I and II IFNs activate distinct canonical signaling pathways leading to activation of 

ISGF3 and STAT1 homodimers, respectively, and downstream induction of ISRE- and GAS-

driven target genes. The patterns of genes induced by type I and II IFNs overlap, partly 

because target genes can contain both ISRE and GAS elements, and overlap may be 

secondary to induction of transcription factors with shared target genes. This cascade of 

transcription factors, particularly IRF family members, which can interact with STATs and 

redirect their binding activity, can mediate the evolution of IFN signatures over time. Type I 

and II IFNs also activate noncanonical transcriptional complexes and additional STATs, and 

induce the expression of unphosphorylated STATs, thus contributing to the IFN signature.
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Fig. 2 |. Nucleic acid sensors and downstream signaling pathways induce type I IFN production.

Cytosolic sensors of RNA (RIG-I and MDA5) and of DNA (cGAS) signal via the adaptors 

MAVS and STING, respectively, and activate the kinases TBK1 and IKKε and downstream 

IRF3 (left). IRF3 translocates to the nucleus, where it cooperates with NF-κB in driving Ifnb 

transcription in multiple cell types including macrophages, epithelial cells and fibroblasts. In 

pDCs that produce large amounts of IFN-α, nucleic-acid-containing immune complexes are 

endocytosed via Fc receptors (FcR) and delivered to endosomes, and then activate TLR 

sensors of RNA (TLR7, TLR8) or DNA (TLR9) (right). These endosomal TLRs signal via 

the adaptor MyD88 and activate IKK-kinase complexes, which in turn activate downstream 

transcription factors including IRF7 and the NF-κB subunits p50 and p65. IRF5 is activated 

by a yet-unknown mechanism. These transcription factors translocate to the nucleus and 

drive Ifna transcription. pDCs express cell-surface receptors including BDCA2, CD123 and 

ILT7, which inhibit IFN-α production through mechanisms that have not been fully 

clarified. EBV, Epstein–Barr virus; EBERs, EBV-encoded small RNAs; dsRNA, double-

stranded RNA; ssRNA, single-stranded RNA; L1, LINE 1; TRAF, TNF receptor associated 

factor; RBP, RNA-binding protein.
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Fig. 3 |. epigenomic regulation links type I IFN signaling to induction of inflammatory non-ISgs.

Stimulation of macrophages with TNF leads to transient expression of TNF-target genes 

encoding inflammatory mediators, such as IL6 and TNF, followed by a state of tolerance in 

which signaling responses to TLR ligands are strongly suppressed, and chromatin is not 

activated (not depicted). In contrast to tolerization with TNF alone, co-stimulation with TNF 

plus IFN-α results in coordinate binding of IRFs and NF-κB, increased chromatin 

accessibility and increased positive histone marks, most notably H3K4me3 (top right). 

These genes are thereby bookmarked with primed chromatin and subsequently exhibit a 

robust transcriptional response even to very weak proximal TLR-induced signals, such as 

those in TNF-tolerized cells on TLR stimulation (bottom right). TSS, transcription start site; 

ac, acetyl; Pol, polymerase.
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