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Introduction

Sepsis represents an unchecked and uncontrolled immune 
response to exposure to microbes and microbial products, such 
as during a traumatic injury to the thoracic or peritoneal cavity.  
During the initial onset of sepsis, activation of immune responses 
expands beyond a restricted, local microenvironment and spreads 
to the systemic circulation. Activation of immune cells can then 
be amplified through the systemic spread of microbial products 
(such as through bacteremia) or through paracrine responses to 
the high levels of proinflammatory chemokines and cytokines 
produced during this initial phase. This unchecked immune 
response can result in hypotension, damage to the vasculature, 
unchecked coagulation events and ultimately cell and tissue 
injury. Together, these physiological responses are termed the 
systemic inflammatory response syndrome (SIRS).1 The del-
eterious effects of SIRS, if left unchecked, can result in multi-
organ dysfunction, septic shock and death if not treated early 
with proper medical interventions.2,3 Septic shock remains a 
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Studies in humans and animal models indicate that profound 
immunosuppression is one of the chronic consequences 
of severe sepsis. This immune dysfunction encompasses 
deficiencies in activation of cells in both the myeloid and 
lymphoid cell lineages. As a result, survivors of severe sepsis 
are at risk of succumbing to infections perpetrated by 
opportunistic pathogens that are normally controlled by 
a fully functioning immune system. Recent studies have 
indicated that epigenetic mechanisms may be one driving 
force behind this immunosuppression, through suppression 
of proinflammatory gene production and subsequent 
immune cell activation, proliferation and effector function. 
A better understanding of epigenetics and post-septic 
immunosuppression can improve our diagnostic tools and 
may be an important potential source of novel molecular 
targets for new therapies. This review will discuss important 
pathways of immune cell activation affected by severe sepsis, 
and highlight pathways of epigenetic regulation that may be 
involved in post-septic immunosuppression.
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significant human health concern, associated with high costs of  
medical treatment, along with both increased incidence and 
increased mortality rates.4,5

Similarly, the compensatory anti-inflammatory response syn-
drome (CARS) following SIRS presents its own challenges to 
human patients, and recent epidemiological studies indicate that 
the immunosuppression seen with CARS may last for extended 
periods of time (weeks, months and years) following the initial 
onset of SIRS.6 CARS is thought to be a compensatory response 
by the immune system whereby anti-inflammatory chemokines 
and cytokines are globally upregulated in an attempt to restrict 
the harmful systemic T

H
1 immune responses driving tissue 

injury and organ failure.7 CARS is a multifactorial response (as 
is SIRS) and can manifest itself in numerous phenomena. For 
example, leukocyte apoptosis is extensive during the transition 
from SIRS to CARS and can affect immune cell levels in both 
primary (e.g., bone marrow,8 thymus9,10) and secondary (e.g., 
spleen11,12) lymphoid tissues. Additionally, global levels of anti-
inflammatory mediators such as IL-10,13 and T

H
1-opposing T

H
2 

cytokines such as IL-4,14 are increased during CARS. Finally, 
the increased activation threshold of leukocytes during CARS 
in response to pathogen-associated molecular patterns (PAMPs), 
such as bacterial cell wall components, results in reductions in 
proinflammatory chemokine and cytokine production by these 
cells.15,16 These anti-inflammatory mechanisms act in concert 
to counteract the harmful effects of SIRS; however, they leave 
the patient susceptible to opportunistic pathogens and otherwise 
innocuous infections, resulting in CARS-associated morbidity 
and mortality.

While SIRS is an acute phenomenon that manifests proxi-
mal to the initial causative insult, the pathophysiology of CARS 
can persist in patients for an extended period of time in both 
humans and animal models. This long-term immunosuppression 
manifests itself in patients as a significant reduction in 5- and 
8-year survival for patients of severe sepsis as compared to the 
unaffected age-matched population, often due to the infection 
phenomena discussed previously.17,18 Additionally, mouse models 
of severe sepsis indicate that survivors of septic shock are suscep-
tible to airway infection with innocuous pathogens (such as the 
fungus Aspergillus fumigatus19,20 and the Gram-negative bacteria 
Pseudomonas aeruginosa21) long after sepsis-induced proinflam-
matory immune responses have resolved. These results indicate 
that CARS exists not only as an acute response to SIRS, but as a 
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the modification on the histone tail.29 Histone tails can be chemi-
cally modified in numerous ways, including acetylation, meth-
ylation, ubiquitination and phosphorylation, among others.30 
The coordinated modifications of a given histone can dictate the 
transcription state of the nearby DNA; this “histone code” (along 
with DNA methylation and other epigenetic mechanisms) can 
dictate the transcriptional status of a given gene locus, by expos-
ing promoter regions in transcriptionally active euchromatin or 
sequestering them in transcriptionally silent heterochromatin.

Epigenetics has become an expanding field of study in immu-
nology, as increasing studies indicate that epigenetic mechanisms 
can govern both productive immune responses and deleterious 
immunosuppression and autoimmunity. The importance of epi-
genetics to immune system development and effector function, 
as well as the apparent correlation between disease chronicity 
and epigenetic regulation of inflammatory genes, makes the role 
of epigenetic mechanisms in governing the pathophysiology of 
SIRS and CARS an important avenue of research. In the follow-
ing review, the role of epigenetic modifications in driving post-
septic immunosuppression will be summarized, with a focus on 
the currently available literature identifying specific events iden-
tified in both human patients and animal models. The purpose 
of this review is to provide a framework whereby further research 
into the pathophysiology of post-septic immunosuppression can 
be focused, with an emphasis on the identification of possible 
molecular markers of post-septic immunosuppression and novel 
therapeutic targets for treatment of individuals with long-term 
sepsis-induced immunosuppression.

Innate Immunity: Epigenetic Regulation  
of Cytokine and Chemokine Responses

During the initial response to polymicrobial infection, innate 
immune activation leads to the overproduction of the proin-
flammatory chemokines and cytokines responsible for the ini-
tiation and amplification of SIRS. These include neutrophil and  
macrophage chemotactic factors such as CCL2 (MCP-1), CCL3 
(MIP-1α), CCL6 (C10) and CXCL8 (IL-8).31 Additionally, 
increased production of proinflammatory cytokines, such as 
TNFα, IL-1β, IL-6 and IFNγ, promotes the effector functions 
of neutrophils, macrophages and T

H
1 T cells, further exacer-

bating cellular immunity.32 These responses work in context 
with complement activation during SIRS to promote cytotoxic 
immune responses, tissue damage and multiorgan dysfunction 
(MODS). As mentioned previously, the increase of anti-inflam-
matory cytokines (such as TGFβ and IL-10) and T

H
1-opposing 

T
H
2 cytokines (such as IL-13) during CARS serves to counteract 

the proinflammatory responses of SIRS; this anti-inflammatory 
response also leaves the patient susceptible to secondary and/or 
nosocomial infections that negatively impact survival. However, 
post-septic immunosuppression is not limited to the anti-inflam-
matory responses of CARS, but also includes the directed sup-
pression of pro-inflammtory functions in innate immune cells.

Cells of the innate immune system arise from myeloid pro-
genitors in the bone marrow, which give rise to distinct myeloid 
and granulocyte lineages in response to growth factor and 

long-term phenomenon that may require its own diagnostic tools 
and therapies for the long-term survival of affected patients.

At the root of both SIRS and CARS pathology is the up or 
downregulation of immunomodulatory chemokines and cyto-
kines that are responsible for the mobilization and/or suppres-
sion of immune responses. Regulation of protein expression in 
immune cells can occur both at the pre- and post-transcriptional 
level, both through regulation of gene expression and mRNA 
stability and through intracellular protein trafficking and pro-
teasome degredation. In either scenario, mechanisms dictating 
modifications in protein expression must, by definition, be stable 
and transmittable from parent to daughter cell, especially for the 
maintenance of the CARS phenotype that persists in patients 
long-term. Therefore, mechanisms that can modify gene expres-
sion patterns are of particular interest to both researchers and 
clinicians as possible mediations of the immunosuppressive phe-
notype following severe sepsis.

Epigenetics is a general term encompassing any and all mecha-
nisms that govern gene expression patterns without modifying 
the underlying DNA sequence of an organism.22 Epigenetic 
mechanisms can include chemical modifications of DNA and/
or associated histones that result in changing the physical acces-
sibility of the DNA to transcription factors.23 Additionally, 
post-transcriptional regulation of mRNA can be accomplished 
by complementary gene interference driven by micro-RNAs 
(miRNAs), resulting in the downregulation of protein expression 
through targeted degredation of specific mRNAs.24 Of particular 
interest is the ability of epigenetic markings to be passed from 
parent to daughter cells; one classic example of this phenome-
non is the changes in DNA methylation which occurs during 
development, restricting gene expression as cells progress from 
multipotent stem cells to committed cells of a specific lineage.25 
Epigenetic modification of gene expression is also a common 
phenomenon in the progression of cancer, as both activating and 
repressing histone methylation events are modulated by cancer 
cells to promote tumorigenesis.26

Epigenetic regulation of gene products occurs through  
numerous mechanisms, but can be generalized as the regulated 
organization of gene loci into transcriptionally active or silent 
states. Transcriptionally active chromatin (euchromatin) is acces-
sible to transcription factors and polymerases, while transcrip-
tionally silent chromatin (heterochromatin) is sequestered from 
these factors.27 Both euchromatin and heterochromatin are asso-
ciated with histones, which are the proteins responsible for pack-
aging and organizing the lengthy DNA strand(s) into organized 
chromatin. Modifications to the protein tails of histone core com-
ponents, such as H2A, H2B, H3 and H4, can direct the winding 
or unwinding of the associated DNA through as yet unknown 
mechanisms. The activating or repressing nature of these histone 
tail modifications is dependent on both the chemical nature of 
the modification and the location of the modification on the 
histone tail. For example, acetylation of histone tails at specific 
amino acid residues is thought to act as an activation histone 
mark, regardless of its location on the histone tail.28 In contrast, 
methylation of histone tails can be an activating or repressing 
transcriptional mark, depending on both the type and location of 
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inaccessible state, leading to decreased TNFα protein levels pro-
duced upon secondary challenge with LPS.

LPS stimulation of both human PBMCs and mouse macro-
phages has been shown in previous studies to direct chromatin 
remodeling essential for the production of pro-inflammatory  
chemokines and cytokines. For example, LPS-dependent expres-
sion of IL-8 and CCL2 (MCP-1) is partially dependent on histone 
acetylation, as treatment of LPS-stimulated PBMCs with histone 
deacetylase inhibitors results in decreased expression of both pro-
inflammatory mediators in vitro.38 The production of IL-8 and 
TNFα by human immune cell lines in response to LPS has also 
been shown to be dependent on histone acetylation events, as pre-
treatment of these cells with the broad-spectrum HDAC inhibitor 
trichostatin A (TSA) reduced the production of these proinflam-
matory mediators in vitro.39 Interestingly, these studies also sug-
gest that glucocorticoids may exert their immunosuppressive 
effects via modulation of histone acetylation, indicating one pos-
sible shared epigenetic mechanism between anti-inflammatory 
therapy and post-septic immunosuppression. Previously pub-
lished reports suggest that bacteremia may promote endogenous 
glucocorticoid production; studies of LPS tolerance in mouse 
models indicate a time- and dose-dependent increase in plasma 
levels of adrenocorticotropic hormone (ACTH), a key upstream 
hormone responsible for stimulating the production of cortisol 
from the adrenal gland.40 In addition, TLR4-dependent modula-
tion of the calcium/calmodulin signal transduction pathway in 
macrophages is required for the chromatin remodeling function 
of the BAF complex, irrespective of BAF binding to target chro-
matin.41 LPS has also been shown to directly increase the mRNA 
expression of numerous histone deacetylases (HDACs) in murine 
bone marrow-derived macrophages, and HDAC inhibition with 
TSA served to potentiate LPS-induced induction of numerous 
proinflammatory genes, most notably CXCL2 (MIP-2α).42

In a similar fashion to the processes underlying developmen-
tal decisions in pluripotent stem cells during differentiation, 
immune cells rely on chromatin modifying enzymes to regulate 
gene expression directing maturation, lineage commitment and 
effector function. In macrophages, LPS stimulation has been 
shown to direct the increased expression of the histone demeth-
ylase KDM6B (JMJD3).43 This increased expression of KDM6B 
can be directed by LPS through activation of NFκB, as shown 
in macrophage cell lines;43 in fact, over 70% of LPS-inducible 
genes in murine bone marrow-derived macrophages appear 
to be controlled (at least in part) by the histone demethylase  
activity of KDM6B, indicating a direct link between polymi-
crobial stimulus and epigenetic gene regulation.44 Surprisingly, 
KDM6B appears to have an important role in governing gene 
regulation in both LPS-stimulated (classically activated/M1) and 
in IL-4 stimulated (alternatively activated/M2) macrophages, as 
KDM6B is critical for the removal of the repressive histone meth-
ylation mark H3K27 at the promoter regions of M2-specific gene 
loci during IL-4 dependent maturation to M2.45 Upregulation of 
KDM6B in bone marrow derived macrophages is governed by 
the IL-4 dependent activation of STAT6, and levels of KDM6B 
in IL-4 activated macrophages correlate with H3K27 levels at the 
promoters of M2 gene loci.45

differentiation stimuli.33 During the acute phase of SIRS, myeloid 
progenitor cells give rise to mature innate immune cells respon-
sible for the clearance of microorganisms, including macrophages 
and neutrophils. Clearance of infiltrating bacteria is dependent 
on both the phagocytic capacity of these cells and the ability of 
these cells to produce proinflammatory chemokines and cyto-
kines. However, the unchecked production of these proinflamma-
tory mediators leads to physiological stress, apoptosis and tissue  
damage. As mentioned previously, the CARS response is hypoth-
esized to be a compensatory response aimed at countering the 
damaging effects of SIRS. Recent research has indicated that the 
CARS phenotype may be more than an increased production of 
anti-inflammatory mediators, but may also comprise directed 
suppression of proinflammatory mediators at the cellular level 
through epigenetic regulation of gene loci in mature immune 
cells.

In regards to bacterial-induced SIRS, responses to prokaryotic 
cell wall components, such as lipopolysaccharides (LPS) from 
the cell walls of gram-negative bacteria, are important mediators 
of host inflammatory processes. Extremely high levels of LPS in 
damaged tissues, blood or lymph can trigger the uncontrolled 
“cytokine storm” characteristic of SIRS by signaling through  
pattern-recognition receptors on the surface of innate immune 
cells. These include members of the Toll-like receptor (TLR) 
family, most notably TLR4.34 TLR4 stimulation results in the 
production of pro-inflammatory chemokines and cytokines (as 
mentioned earlier) by macrophages, dendritic cells and neutro-
phils, among other myeloid lineage cells. Interestingly, many 
myeloid lineage cells lose their ability to respond to LPS follow-
ing an initial high-dose response; this phenomenon has been 
termed “LPS/endotoxin tolerance,” especially in regards to the 
responsiveness of post-septic macrophages.16 While it is possible 
that the anti-inflammatory (and/or T

H
2-biased) cytokine pro-

duction during CARS may play a role in mediating this effect 
in vivo, recent studies indicate cell-intrinsic mechanisms for this 
LPS tolerance phenotype. In these models, epigenetic regulation 
of proinflammatory gene loci plays a prominent role.

During primary responses to gram-negative bacteria, produc-
tion of IL-1β and TNFα by macrophages is critical for productive 
inflammation and clearance of the microorganism. However, fol-
lowing LPS tolerance induction, macrophages exhibit increased 
levels of repressive histone modifications at the promoter regions 
of both IL-1β and TNFα, mediated by dimethylation of histone 
3 at lysine residue 9 (H3K9me2).35,36 DNA-associated transcrip-
tion factors and transcriptional mediators, such as RelB and 
HMGB1, can direct this chromatin remodeling. Similar results 
were observed in both in vitro LPS tolerance experiments with 
human monocytic cell lines, as well as in peripheral blood mono-
cytes (PBMCs) from septic patients. This increase in repressive 
histone modifications proximal to the promoter regions of IL-1β 
and TNFα limits the ability of the macrophage to respond to 
subsequent LPS challenges. In addition, the binding of the H3K9 
histone methyltransferase G9a to the TNFα promoter during the 
induction of LPS tolerance can direct DNA methylation via the 
HP1-dependent recruitment of the DNA methylase Dmnt3a/b.37 
This further restricts the TNFα promoter in a transcriptionally 
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modifications through modulations of the histone modifying 
machinery in the cell.52

In addition to the deleterious effects on macrophages, the 
pathophysiological effects of SIRS also negatively impact 
the activation and effector function of dendritic cells (DCs). 
Professional antigen presenting cells such as DCs are a criti-
cal link between the innate and adaptive immune system, as 
these cells are responsible for activating T lymphocytes through 
presentation of cognate antigen in the context of MHC mol-
ecules.53 In addition, dendritic cells are essential for modulating 
the adaptive immune response to infection via the production 
of proinflammatory chemokines and cytokines that guide the 
activation and lineage commitment of lymphocytes. For exam-
ple, the production of IL-12 by DCs is critical for the develop-
ment of T

H
1 T cells from immature CD4+ T cells during early 

responses to infection.54 DCs are also intimately linked with 
the chemokine responses generated during infection that are 
critical for the trafficking of leukocytes, as well as their activa-
tion and effector function.55 While chemokines are not as easily 
delineated into Th-type effector responses as are cytokines, cer-
tain DC-derived chemokine families are associated with T

H
1 

or T
H
2 immune responses.56 These differences in chemokine 

production are often associated with the origin of the DC under 
investigation; for example, peripheral DCs such as Langerhans 
cells exhibit different chemokine expression profiles as splenic 
DCs.57 In the context of T

H
1-type stimulations such as IFNγ 

and LPS, DCs have been shown to produce CXCL9 (MIG), 
CXCL10 (IP-10) and CXCL11 (I-TAC).57 In addition, IL-12-
mediated interactions with CD8+ T cells has been shown to 
increase CCL1 and CCL17 (TARC) production by DCs,58 
and DCs have been shown to produce CX3CL1 (Fractalkine) 
in response to bacterial infections, most notably Legionella  
pneumophila.59 Chemokine and cytokine production by DCs are 
essential for the proper orchestration of the adaptive immune 
response during immunity to infection.

DCs exert a significant effect on the pathophysiology of  
sepsis and in return the cellular stresses of SIRS reciprocally 
affect DC responses during the progression to CARS and post-
septic immunosuppression; as such, DCs are important contribu-
tors to the pathogenesis of sepsis.60 As bacterial products such 
as LPS readily activate DCs, DC-derived chemokines and cyto-
kines contribute greatly to the immune responses necessary for 
clearance of bacteria. For example, DC functions are critically 
required for survival during the acute phase of sepsis, as evi-
denced by mouse models utilizing conditional genetic techniques 
for the in vivo deletion of DC subsets.61 Additionally, loss of DC 
subsets in peripheral blood has been shown to predict poor out-
comes in human patients with sepsis.62 Sepsis-induced apoptosis 
of DCs has been noted in both spleens63 and lymph nodes64 of 
mice in experimental models of sepsis, indicating that the physi-
ological stresses induced during SIRS have a negative effect on 
the viability of these cells. Interestingly, while DC functions dur-
ing sepsis appear critical for the survival of both human patients 
and experimental animals, their activation and effector func-
tion is often blunted and diminished. For example, peripheral 
blood mononuclear cells (PBMCs) from septic patients exhibit an 

As KDM6B is responsible for removing repressive histone 
methylation marks, it may be counter-intuitive to suggest a role 
for this enzyme in post-septic immunosuppression, as it would 
seemingly prime gene products for transcription, as opposed to 
actively repressing genes as seen in previous examples of LPS tol-
erance. However, IL-4 has been shown to play a prominent role in 
the pathophysiology of CARS, as it is a potent T

H
2 cytokine that 

can counteract the pathogenic T
H
1 cytokines expressed during  

the “cytokine storm” of SIRS.46 Additionally, IL-4 expression 
in serum is markedly increased in survivors of severe sepsis as 
compared to nonsurvivors; interestingly, this difference was not 
reflected in IL-4 expression levels between groups on the day of 
admission to the intensive care unit.47 Multiplex analysis of cyto-
kine expression in the serum of patients with severe sepsis indi-
cates that IL-4 levels can serve as predictors of early mortality 
(<48 h), as elevated levels of serum IL-4 during the acute phase 
was observed in nonsurvivors.48 It is interesting to postulate that 
the elevated IL-4 produced during CARS may promote the pro-
duction of M2 macrophages through upregulation of KDM6B 
and removal of repressive H3K27 marks governing M2 macro-
phage genes. Supporting this concept are studies in BALB/c mice 
indicating that bone-marrow derived macrophages from mice 
subjected to severe sepsis via CLP exhibit an M2 phenotype.49 
In studies of M2 macrophages in helminth infections (which are 
potent inducers of the M2 phenotype), these M2 macrophages 
were shown to have significantly reduced bacterial killing capa-
bilities, reminiscent of LPS-tolerant macrophages from septic 
animals.50 The IL-4/KDM6B axis appears to be an important 
pathway for the epigenetic regulation of macrophage activation 
following SIRS and may provide a mechanistic pathway for epi-
genetic regulation of LPS tolerance in post-septic macrophages.

In a similar fashion to high-dose LPS tolerance induction, 
macrophages from septic mice13 and human patients51 exhibit 
refractory responses to ex vivo LPS re-challenge, as manifested by 
decreased pro-inflammatory cytokine production. Recent studies 
indicate that this reduced cytokine production may also have a 
prominent epigenetic component, as discussed previously with 
experimental LPS tolerance induction. For example, lung-resident 
macrophages from septic mice (24 h post-surgery/sepsis induc-
tion) exhibit significantly decreased expression of mRNA for 
TNF, IL-12p40 and iNOS when restimulated ex vivo with LPS 
as compared to sham surgery controls.52 In addition, these post-
septic lung macrophages exhibit decreased acetylation of histone 
4 (H4Ac) and lysine 4 tri-methylation of histone 3 (H3K4me3), 
both of which are activating epigenetic marks.52 These results 
suggest that the “cytokine storm” of sepsis may be directing the 
loss of specific activating epigenetic marks at promoters of pro-
inflammatory genes in macrophages via some unknown mech-
anism. Interestingly, these epigenetic marks (and subsequent 
repression of pro-inflammatory gene expression) are reversed in 
cells lacking the TLR4 negative regulator Interleukin-1 receptor-
associated kinase-M (IRAK-M).52 The link between IRAK-M 
and histone modifications remains unclear; however, IRAK-M-/- 
macrophages exhibit modulated expression of histone deacetylase 
mRNA following sepsis as compared to wild-type macrophages, 
suggesting that IRAK-M may direct sepsis-induced chromatin 
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Consistent with this model of histone methylation and 
gene regulation, studies utilizing lung-resident DCs from post-
septic mice indicated that modulations in H3K4 and H3K27 
methylation at the promoter regions of the Il12 gene correlate 
with decreased IL-12 protein production in response to TLR 
stimulus.77 In addition, chromatin immunoprecipitation assays 
indicated that post-septic lung DCs exhibit increased recruit-
ment of proteins mediating H3K27 methylation and concur-
rent decreased recruitment of H3K4 protein complexes, to 
the promoter regions of both the p35 and the p40 subunits of 
IL-12.77 Of particular interest was the apparent stability of these 
methylation marks, as lung-resident DCs from post-septic mice 
continued to exhibit the imbalance towards repressive histone 
methylation at the Il12 promoter at six weeks following the 
experimental onset of acute sepsis.77 These results are of particu-
lar importance when considering the persistent nature of post-
septic immunosuppression; as these modulations in histone 
methylation appear to remain long after the acute phase of sep-
sis has resolved, it can be hypothesized that they play an impor-
tant role in shaping the immune response at timepoints distal 
from recovery. As IL-12 is a critical early cytokine required for 
the development of a fully functioning T

H
1 immune response,54 

the epigenetic repression of IL-12 in DCs may also contribute to 
the T

H
2 bias observed in post-septic mice through suppression 

of T
H
1 responses.

Suppression of myeloid cell function following severe sepsis 
contributes greatly to the immunosuppression observed in both 
human patients and animal models. Both post-septic macro-
phages and dendritic cells exhibit decreased activation potential 
in response to pathogen stimuli, and their chemokine and cyto-
kine production is reduced as a consequence. As the previous 
studies indicate, this reduced activation potential of myeloid cells 
correlates with modulations in the epigenetic signature of chemo-
kine and cytokine genes, including changes in histone acetyla-
tion and methylation patterns (Fig. 1). These results suggest that 
the physiological stress imparted on the immune system during 
severe sepsis can have significant effects on long-term gene expres-
sion and that epigenetic regulatory “signatures” in myeloid cells 
can be modulated following uncontrolled immune responses. 
While critical for host defense, myeloid immune responses and 
innate immune responses in general, are only one part of a fully 
functioning immune response.

Competent host defense against pathogens often requires the 
activation of the adaptive immune system, mediated by cross-talk 
between myeloid cells and lymphoid cells. Clearly, the activation 
deficiencies mentioned previously can have a direct effect on lym-
phoid activation, especially in regards to the decreased cytokine 
and chemokine production by postseptic myeloid cells. However, 
recent studies have indicated that postseptic lymphocytes, and 
in particular CD4+ T-helper cells, exhibit cell-intrinsic defects 
in immune functions following sepsis. Additionally, as seen with 
myeloid cells, postseptic lymphocytes exhibit their own modula-
tions in histone modifications, and these changes are correlated 
with cell-intrinsic defects in lineage commitment and effector 
function.

increased propensity to mature into DCs (kinetically); however, 
these ex vivo matured DCs have a decreased ability to stimu-
late T-cell proliferation in mixed-lymphocyte reactions (MLRs), 
indicating a deficiency in their antigen-presentation functions.65

One of the hallmarks of CARS and post-septic immunosup-
pression is the susceptibility of survivors to opportunistic infec-
tions that are normally handled by a fully functioning immune 
system.66 In animal models, this post-septic immunosuppression 
can be modeled utilizing airway challenges with the ubiquitous 
opportunistic fungi Aspergillus fumigatus. Immunocompetent 
humans and mice are efficient in clearing Aspergillus conidia 
from the airways through the co-ordinated microbicial activity 
of numerous granulocyte/myeloid lineage cells, including neu-
trophils and DCs.67,68 However, Aspergillus infection is a serious 
condition for immunocompromised individuals;69 for example, 
invasive pulmonary aspergillosis is a leading cause of mortality in 
patients following bone marrow transplantation (BMT).70 While 
functional immunity against Aspergillus infection is largely 
handled by the innate immune system, host immunity requires 
a productive T

H
1 type chemokine and cytokine response; for 

example, the production of IL-12 by lung-resident DCs is essen-
tial for clearance of Aspergillus conidia.71,72 In a similar fashion 
as BMT patients, post-septic mice are susceptible to Aspergillus 
infections, exhibiting up to 100% mortality after exposure at  
airway doses that are well-tolerated by sham surgery control 
mice.20 This susceptibility appears to be directly related to the 
suppression of protective immunity mediated by DCs in post-
septic mice; lung resident DCs from post-septic mice exhibit 
decreased IL-12 production following conidia antigen stimula-
tion and intratracheal administration of wild-type DCs restores 
protective immunity in post-septic mice.19 These data indicate 
that DCs are significantly affected by the stresses of septic shock, 
and while their presence is essential for survival during the acute 
phase of sepsis, the DCs that survive SIRS remain severely com-
promised in their function.

As with post-septic macrophages and LPS tolerance, post-sep-
tic DCs exhibit a reduced capacity to produce IL-12 in response to 
microbial stimulation, specifically in regards to TLR-dependent 
signal pathways.73 IL-12 production via Il12 gene expression 
requires the active stabilization of the Il12 promoter into a tran-
scriptionally active state. During chromatin remodeling events, 
the addition of activating methylation marks on lysine 4 of his-
tone 3 (H3K4) and removal of repressive methylation marks on 
lysine 27 of histone 3 (H3K27) serve to stabilize gene loci for 
active transcription.74,75 Modulations in the balance of active vs. 
repressing histone methylation marks can have a dramatic effect 
on the level of gene transcription in a cell; for example, shifts 
towards increased H3K27 methylation can dramatically reduce 
specific gene transcription levels. Modulations in the relative 
levels of H3K4 and H3K27 can be used in other myeloid cells, 
namely macrophages, to delineate between gene families directly 
affected by LPS tolerance.76 Therefore, concomitant increases in 
H3K27 and decreases in H3K4 in promoter regions can drasti-
cally decrease the resulting gene transcription of genes under the 
control of methylation-sensitive promoters.
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and distribution, they do exhibit numerous defects in activa-
tion and effector function that may contribute to the post-septic 
immunosuppression observed in both animal models and human 
patients.

One of the hallmarks of postseptic lymphocytes is a reduction 
in their proliferative capacity.81,82 This reduced proliferation is cor-
related with decreases in splenocyte production of IL-2, a potent 
T-cell growth factor.83 Much of this reduction in proliferative 
capacity in vivo can be attributed to deficiencies in dendritic cell 
functions, as mentioned previously.84 However, total numbers of 
lymphocytes (and CD4+ T cells in particular) return to normal 
levels in peripheral lymphoid tissues at later timepoints, suggesting  
that the reduction in proliferative capacity may be at some level a 
transient phenomenon. Interestingly, modulations in the quality of 
the T-helper response in post-septic patients and animals appear 
to remain for longer timepoints; in particular, the shift from T

H
1 

immune responses towards T
H
2 responses14,82 and repressive lym-

phocyte responses in general.85 These data suggest that T lympho-
cytes retain cell-intrinsic defects that influence the quality of the 
T-helper response during future immune responses.

The development and maintenance of a helper T-cell immune 
response involves the stabilization of helper T-cell gene loci into 
transcriptionally active forms. As CD4+ T cells commit to a given 
effector lineage (e.g., T

H
1 vs. T

H
2), the associated lineage-spe-

cific genes (encoding transcription factors and cytokines, among 
others) undergo epigenetic modifications to activate the required 
gene products and silence unwanted gene products.86 For exam-
ple, hyperacetylation of histones 3 and 4 proximal to the Ifng 
promoter is associated with the differentiation of naïve T cells 

Adaptive Immunity: Epigenetic Regulation  
of Lymphocyte Activation and Effector Function

During the acute phase of sepsis, the bulk of the immune 
response is mediated by the innate immune system, and the 
“cytokine storm” of severe sepsis is largely a result of TLR-
mediated stimulation of macrophages and dendritic cells, among 
others. However, the adaptive immune system is also involved in 
shaping the immune response during sepsis, and the physiologi-
cal stresses of sepsis also exert their own effects on the lymphoid 
compartment. In this fashion, the adaptive immune response, 
and in particular the CD4+ T-helper response, is affected in two 
ways during the post-septic period—both through interactions 
with defective postseptic myeloid cells and through cell-intrinsic 
defects imparted to T cells following septic injury.

Lymphocyte apoptosis is a hallmark of severe sepsis; increased 
cell death of CD4+ T cells and T-cell precursors is observed in 
the thymus,10 spleen78 and blood79 of both humans and animals 
during the acute phase of sepsis. However, total numbers of 
CD4+ T cells appear to return to physiological levels following 
recovery, and the T-cell receptor repertoire of these cells appears 
unchanged from those found in control mice, suggesting that 
sepsis did not overtly prime the adaptive immune response to 
any given set of antigens.80 These data indicate that the lympho-
cyte apoptosis observed during sepsis is a transient phenomenon 
and that some combination of re-seeding by the thymus and 
homeostatic proliferation of surviving T cells works in context 
to re-populate the CD4+ T-cell compartment following recovery. 
However, while these CD4+ T cells appear unchanged in number 

Figure 1. Overview of histone modifications and gene regulation events observed in myeloid cells associated with endotoxin shock and sepsis. 
Phenotypic outcomes associated with the indicated modification events are listed below each cell subtype.
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well as direct methylation of the DNA itself.22 Analysis of other 
chromatin remodeling events may clarify the cumulative effect 
of epigenetic modifications on post-septic CD4+ T-cell function. 
Secondly, recent high-throughput analysis of histone methylation 
in murine T cells indicates that many lineage-specific gene loci 
are “plastic,” in that they can contain both (or neither) H3K4 
and H3K27 marks prior to lineage commitment.91 Upsetting the 
balance between activating and repressive histone methylation 
marks could adversely affect the ability of the CD4+ T cell to 
stabilize the T

H
1/T

H
2 gene loci in response to cytokine stimuli, 

resulting in impaired decision making by naïve T cells in regards 
to T-helper lineage.

Epigenetic modification of gene loci in CD4+ T cells following 
sepsis not only limits certain lineage decisions, but can also guide 
decisions by priming certain gene loci for transcription prior 
to stimulation. Along with lymphocyte apoptosis, anergy and 
T

H
-lineage deficiencies, post-septic mice85 and humans92 also dis-

play a general increase in regulatory T cells (T
reg

). Regulatory T 
cells of the CD4+ lineage are cells capable of suppressing immune 
responses in a variety of contexts and can arise either directly 
from thymocytes (natural T

regs
, nT

reg
) or from naïve T cells in 

response to the local cytokine milleu in the periphery (induced 
T

regs
, iT

reg
).93 Both populations of cells have suppressive activity in 

numerous in vivo and in vitro models; however, nT
regs

 are com-
mitted to the suppressive lineage in the thymus, while iT

regs
 arise 

from naïve T cells in the periphery.94 In both cases functional T
regs

 
require the expression of the transcription factor Foxp3 for the 
maintenance of their suppressive activity.95 Expression of Foxp3 
in CD4+ T cells requires coordinated permissive epigenetic 
modifications, including histone methylation and acetylation, as 
well as DNA demethylation at specific promoter and enhancer 
regions in the Foxp3 locus.96 The pervasiveness of these epigenetic 
changes appear to correlate with the original source of the T

reg
 

in question; for example, DNA methylation levels in promoter 
and enhancer regions of Foxp3 can delineate nT

regs
 versus TGFβ 

stimulated peripheral T cells (iT
regs

),97 and the relative abundance 
of these DNA methylation marks may serve to stabilize Foxp3 
transcription in fully differentiated T

regs
.98

Increases in T
regs

 may play a role in mediating post-septic  
immunosuppression through their ability to suppress inflam-
mation during subsequent infections.99 Consistent with this 
hypothesis, analysis of peripheral blood from human sepsis 
patients indicates that increases in circulating T

regs
 correlates 

with decreased proliferative capacity of lymphocytes in these 
patients.100 Therefore, understanding the mechanisms governing 
the expansion of T

regs
 post-sepsis becomes essential for under-

standing the cellular basis of post-septic immunosuppression. 
Previous studies have indicated that the apparent increase in T

regs
 

in post-septic patients may be due to the concomitant decrease 
in effector CD4+ T cells (defined as CD25-);101 however, as men-
tioned previously the total CD4+ T-cell compartment recovers 
in total numbers in the long term following sepsis recovery. This 
suggests that there may be other mechanisms playing a role in 
maintaining T

reg
 cell numbers in the periphery post-sepsis.

Interestingly, Foxp3 expression in T cells post-sep-
sis is increased not only in the putative T

reg
 subset  

into T
H
1 cells.87 Additonally, increases in transcription-activating 

modifications of histone 3 at various sites in the Il4-Il13 gene  
locus are associated with T

H
2 lineage commitment.88 Importantly, 

epigenetic regulation of gene expression is essential not only for 
activation during lineage commitment; reciprocal silencing of 
T

H
1 and T

H
2 gene loci via sequestering into heterochromatin is 

characteristic of CD4+ T cells that have fully committed to a 
given effector lineage.89 Therefore, proper CD4+ T-cell lineage 
commitment requires both epigenetic activation and silencing of 
genes and perturbations in the epigenetic landscape can have a 
deleterious effect on the ability of naïve T cells to commit to any 
specific effector lineage.

As mentioned previously, CD4+ T cells undergo apoptosis 
during the acute phase of severe sepsis. As post-septic mice and 
humans both exhibit a modulated T

H
-cytokine response (often 

skewed towards T
H
2), it has been hypothesized that the increased 

cell death may play a role in this phenomenon. Studies in humans 
indicate that post-septic T

H
1 CD4+ T cells may selectively 

undergo apoptosis following restimulation, suggesting one pos-
sible mechanism for apoptosis-induced T

H
2 skewing.82 However, 

these results do not fully explain the deficiencies in effector func-
tion seen at distal timepoints after recovery from severe sepsis, 
when levels of CD4+ T cells have recovered to that of control pop-
ulations. Recent studies utilizing the naïve CD4+ T-cell popula-
tion in post-septic mice indicate that these cells exhibit difficulty 
in committing to either the T

H
1 or T

H
2 lineage in vitro when 

instructed to do so using polyclonal stimulus and exogenous cyto-
kines.90 This “difficulty” is manifested by the decreased produc-
tion of IFNγ by post-septic CD4+ T cells instructed to become 
T

H
1 effectors and the production of both IFNγ and IL-4 in T

H
2 

effector cultures, as compared to CD4+ T-cell cultures from 
sham surgery mice.90 These results are especially striking as they 
indicate a CD4+ T-cell-intrinsic defect in lineage commitment, 
even in response to “optimized” in vitro differentiation cultures. 
Concurrent with this phenomenon, chromatin immunoprecipi-
tation assays (ChIP) indicated an increase in repressive H3K27 
methylation at the promoter regions of the T

H
1 cytokine gene 

Ifng, and the T
H
2 transcription factor gene Gata3.90 Additionally, 

both Ifng and Gata3 mRNA were found to be decreased in abun-
dance in post-septic naïve CD4+ T cells as compared to sham 
surgery cells when analyzed directly ex vivo, providing evidence 
that the increase in H3K27 methylation is involved with driving 
gene repression in these cells.90

While the increase in H3K27 methylation in post-septic CD4+ 
T cells provides one possible mechanism for helper T-cell dys-
function seen in post-septic immunosuppression, it also creates its 
own questions. For example, if H3K27 methylation is increased 
at the Ifng promoter in post-septic CD4+ T cells, then why do 
these cells produce more IFNγ than sham surgery counterparts  
in T

H
2 cultures? Also, how does increased H3K27 methylation 

at the Gata3 promoter support the (general) shift towards T
H
2 

responses seen in post-septic mice and humans? There are two 
possible explanations for this phenomenon. First, histone meth-
ylation is only one of the numerous epigenetics marks found on 
histone tails; gene regulation can be affected by histone acety-
lation, phosphorylation and ubiquitination, among others,75 as 
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gene expression provide a compelling case for epigenetics as a 
major driving factor in post-septic immunosuppression.

Perspectives: Sepsis, Epigenetics  
and Progenitor Cells

It has become clear that the “cytokine storm” of severe sepsis can 
drive the modulation of gene expression in numerous immune 
cell types. This modulation in gene expression can then affect 
the function of post-septic immune cells, by limiting their ability 
to mediate an effective response to secondary infections. A grow-
ing body of research in both animal models and human patients 
suggests that this modulation in gene expression can largely be 
ascribed to epigenetic mechanisms, including modifications in 
the histone code that both repress essential genes and activate 
unwanted or unwarranted gene products. While these studies 
provide new insight into the molecular mechanisms governing 
post-septic immunosuppression, questions remain as to the extent 
of epigenetic regulation as a driving factor in this phenomenon.

As mentioned previously, epigenetics encompasses much 
more than DNA methylation, histone methylation and acety-
lation. Numerous other histone modifications can effect gene 
expression, including phosphorylation, ubiquitination and 
sumoylation, among others. Additionally, the sequestering of 
gene loci into transcriptionally silent heterochromatin or active 
euchromatin often relies on a wide range of co-ordinated his-
tone modifications, rather than single methylation or acetylation 
events. Further studies aimed at elucidating the status of histone 
modifications in post-septic cells is required to get a clearer pic-
ture of gene regulation and how it drives immunosuppression. 
In addition, studies aimed at linking the up or downregulation 
of histone modifying proteins to the marks themselves in post-
septic immune cells are essential, as these data could provide both 
a mechanistic explanation for the appearance of these marks, and 
can possibly serve as a molecular “fingerprint” for post-septic 

(expressing high and medium levels of CD25), but also in the 
conventional T-cell population characterized by absence of 
CD25 expression.102 This suggests that the transcription factor 
necessary for T

reg
 function may be turned on in post-septic effec-

tor T cells, which could skew their function towards suppres-
sive activity, in other words these cells are converted in Tregs. 
Additionally, putative T

regs
 (CD4+ CD25+) from post-septic mice 

were shown to have increased suppressive activity as compared to 
control T

regs
.102 Interestingly, chromatin IP analysis of post-septic 

CD4+ CD25- T cells indicated a significant increase in acetyla-
tion of histone 3 at lysine 9 (H3K9ac), thought to be a permissive 
epigenetic mark.102 In addition, these post-septic CD4+ CD25-  
T cells exhibited increases in expression of the mRNA encod-
ing the histone acetyltransferase Kat2a, suggesting a mechanistic 
link between increased expression of this enzyme and increases in 
H3K9ac.102 Based on these results, it can be hypothesized that the 
increase in permissive histone modifications in the Foxp3 locus 
serves to guide T-cell responses towards the T

reg
 lineage, through 

an increased propensity to express Foxp3. These studies imply a 
mechanistic link between sepsis and epigenetic modification of 
the Foxp3 gene locus, leading to increased T

reg
 lineage commit-

ment in the post-septic T-cell pool and ultimately an increase in 
immune suppression.

Following severe sepsis, CD4+ T cells exhibit numerous func-
tional deficiencies, including reduced proliferative capacity, acti-
vation potential and deficiencies in the directed production of 
T

H
-specific cytokines. In a similar vein as myeloid cells, these 

post-septic deficiencies correlate with epigenetic modifications in 
the promoter regions of genes essential for T-cell function. These 
include increases in repressive histone methylation proximal to 
genes important for effector T

H
 cell function, as well as increases 

in activating histone acetylation proximal to genes important for 
driving regulatory T-cell function (Fig. 2). When coupled with 
the deficiencies in myeloid cell function, especially the decreases 
in cytokine production by dendritic cells, these modulations in 

Figure 2. Overview of histone modifications and gene regulation events observed in CD4+ T lymphocyte subsets following severe sepsis. Phenotypic 
outcomes are listed below the indicated modification events.
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immunosuppression. Previous studies, such as the KDM6B/M2 
macrophage and Kat2a/CD4+ T cell reports, show the possibil-
ity of linking changes in histone modifying protein expression 
with cell phenotype and function. Finally, the discussions in 
this review have omitted the roles of micro-RNA (miRNA) in 
modulating immune functions post-sepsis. miRNAs are small 
non-coding RNAs that can modulate the expression of multiple 
mRNAs through targeted degredation of messages, and they play 
an important role in epigenetic regulation of gene expression in 
immune cells, and in eukaryotes in general.103 Recent studies 
have started to implicate miRNA species as potential biomarkers 
for sepsis severity,104 as well as possible mediators of LPS toler-
ance.105 The role of miRNAs in mediating post-septic immuno-
suppression remains an open field of study.

Of particular concern with post-septic immunosuppression is 
the persistence of the condition; both mouse models and human 
studies have indicated that the immune deficiencies discussed 
herein can persist for months, and perhaps years beyond recovery 

from acute symptoms. While the persistence of epi-
genetically “imprinted” leukocytes could in part 
explain the persistence of post-septic immunosup-
pression, it fails to explain why the immune system 
is not rescued by the generation of new immune 
cells by the bone marrow. One possible hypoth-
esis is that the epigenetic imprints that occur on 
mature immune cells in the periphery could also 
imprint upon progenitor cells in the bone mar-
row (Fig. 3). In this scenario, the modulation in 
epigenetic signatures in progenitor cells may result 
in defects in hematopoiesis or activation defects in 
mature daughter leukocytes. Further, repressive 
histone modifications may be retained in the pro-
genitor cells that survive SIRS, and their epigenetic 
signatures can be passed on to the daughter cells, 
perpetuating dysregulated gene expression. At 
present, these hypotheses are strictly speculative; 
however, the advent of next-generation technolo-
gies for epigenetic analysis have made it possible 
to analyze epigenetic signatures across the entire 
genome of a cell; for example, analyzing H3K4 or 
H3K27 methylation across numerous gene loci.91 
The application of these techniques to analyzing 
progenitor cells in animal models of sepsis and 
peripheral blood leukocytes in human patients, 
will allow for the quantification of the epigenome 
of post-septic immune cells. It will be of particular 
interest to determine if the epigenetic signatures 
apparent on mature immune cells can be traced 
back to similar modifications in progenitor cells 
following sepsis.

Sepsis poses a significant human health con-
cern both in terms of the mortality associated 
with SIRS and the immunosuppression associ-

ated with CARS and long-term survivors of shock. Post-septic 
immunosuppression is characterized by multi-faceted deficiencies 
in activation and effector function by cells of both the innate 
and adaptive immune system. A growing body of experimental 
evidence suggests that epigenetic mechanisms, driven by as yet 
unknown signals generated during the acute phase of sepsis, play 
an important role in mediating post-septic immunosuppression. 
The study of these epigenetic changes in immune system func-
tions may not only provide a better understanding of post-septic 
immunosuppression, but may also yield important biomarkers 
(histone modifying protein expression, histone modifications, 
etc.,) which can be used to assay the functionality of a post-septic 
patient’s immune system.

Acknowledgements

The authors would like to thank R.G. Kunkel for the illustra-
tions found in Figures 1–3. This work was supported in part by 
NIH grants HL31237 and HL089216.
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re-seeding of tissues with daughter cells carrying similar histone modifications following 
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