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Abstract

Introduction: Innate immune suppression occurs commonly in pediatric critical illness, in which it is associated
with adverse outcomes. Less is known about the adaptive immune response in critically ill children with sepsis. We
designed a single-center prospective, observational study to test the hypothesis that children with septic shock
would have decreased adaptive immune function compared with healthy children and that among children with
sepsis, lower adaptive immune function would be associated with the development of persistent infection or new
nosocomial infection.

Methods: Children (18 years or younger) who were admitted to the pediatric intensive care unit with septic shock
(by International Consensus Criteria) were enrolled in the study. Blood samples were taken within 48 hours of sepsis
onset and again on Day 7 of illness. Adaptive immune function was assessed with ex vivo phytohemagglutinin
(PHA)-induced cytokine production capacity of isolated CD4+ T cells. Percentage of regulatory T cells was measured
with flow cytometry. Absolute lymphocyte counts were recorded when available.

Results: In total, 22 children with septic shock and eight healthy controls were enrolled. Compared with those
from healthy children, CD4+ T cells isolated from septic shock children on Days 1 to 2 of illness and stimulated with
PHA produced less of the pro-inflammatory cytokine interferon gamma (IFN-γ) (P = 0.002), and the antiinflammatory
cytokines interleukin (IL)-4 (P = 0.03) and IL-10 (P = 0.02). Among septic shock children, those who went on to
develop persistent or nosocomial infection had decreased T-cell ex vivo PHA-induced production of IFN-γ (P = 0.01),
IL-2 (P = 0.01), IL-4 (P = 0.008), and IL-10 (P = 0.001) compared with septic shock children who did not. Percentage of
regulatory T cells (CD4+CD25+CD127lo) did not differ among groups.

Conclusions: Adaptive immune suppression may occur early in the course of pediatric septic shock and is
associated with adverse infection-related outcomes.
Introduction
Despite improvements in critical care, sepsis continues to
be an important source of morbidity and mortality in chil-
dren [1,2]. Successful recovery from sepsis requires reso-
lution of initial infection and prevention of new nosocomial
infections. Whereas an intact immune response is re-
quired to combat infection, critically ill adults and children
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commonly demonstrate immune suppression. In critic-
ally ill children, innate immune suppression (for example,
monocyte function) has been described across a broad
range of diagnoses, including sepsis, where it is associated
with increased risks of mortality and nosocomial infection
[3-6]. Previous studies suggest that both innate and adap-
tive immune suppression may commonly occur in adults
with sepsis, associated with poor outcomes [7-11].
CD4+ T-helper cells are an integral cell type in the adap-

tive immune response. Adult studies demonstrate alter-
ations in CD4+ T cells in septic shock patients compared
with nonseptic controls, including increased lymphocyte
apoptosis; decreased proliferative capacity in response to
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antigen; skewing toward T cells that promote antiin-
flammatory cytokine responses (for example, TH2); and
increased percentage of immunosuppressive regulatory T
cells (Treg) [9,12-15]. Further, these antiinflammatory
T-cell phenotypes in adults are associated with increased
risks of sepsis-related mortality [10,15]. Gene-expression
studies in both adults and children likewise suggest down-
regulation of adaptive immune responses in sepsis [16-18].
Functional analyses of the adaptive immune response
in septic shock children are lacking, and relationships
between adaptive immune function and outcomes are un-
known in this population.
We designed a prospective, observational study to test

the hypothesis that suppressed adaptive immune function,
measured with ex vivo CD4+ T-cell cytokine production
capacity, would be associated with the development of
persistent or nosocomial infection in children with septic
shock. We further hypothesized that septic shock children
would have increased percentage of Treg among CD4+ T
cells compared with healthy children, and that among sep-
tic shock children, an increased percentage of Treg would
be associated with the development of persistent or noso-
comial infection.

Methods
Setting
The pediatric intensive care unit (PICU) at Nationwide
Children’s Hospital is a 40-bed, mixed medical-surgical,
quaternary care unit with more than 2,000 admissions
annually. Patients admitted to a separate cardiothoracic
intensive care unit were not included in this study. The
study was approved by the institutional review board at
Nationwide Children’s Hospital. Informed consent pro-
vided by the parent or guardian and, where appropriate,
assent provided by the patient were obtained for all sub-
jects before study enrollment.

Subjects
Patients younger than 18 years were prospectively enrolled
after admission to the PICU at Nationwide Children’s
Hospital with a diagnosis of septic shock, as defined by
International Consensus Criteria [19]. Subjects were ex-
cluded if they had a weight of less than 3.5 kg, a white
blood cell count less than 1,000 cells/mm3, a limitation-
of-care order in place, or a high likelihood of progression
to brain death (as determined by the primary treatment
team). These exclusion criteria were chosen to enroll pa-
tients for whom blood samples could be safely obtained,
who would have leukocytes available for study, and who
would likely survive for the duration of a 7-day sampling
window. Healthy control subjects were enrolled from
the outpatient phlebotomy area. Healthy subjects were
excluded if they had fever, a history of chronic inflamma-
tory disease, transplant or malignancy, or were currently
taking treatment doses of antibiotics or immunosup-
pressive medications (including systemic corticosteroids
within the past month or nonsteroidal antiinflammatory
medications within the past 48 hours).

Patient sampling
For sepsis patients, blood samples were collected within
48 hours of the onset of septic shock and again on Day
7 of illness. Day 7 samples were not obtained from pa-
tients who were no longer in the hospital or who no lon-
ger had an indwelling vascular catheter for painless blood
draws. Blood samples were collected once from healthy
control subjects. Samples for cell isolation and flow cy-
tometry were drawn in EDTA tubes. Samples for whole-
blood endotoxin stimulation studies and plasma cytokines
were drawn in heparin tubes (Becton Dickinson). All sam-
ples were kept on ice and processed within 30 minutes of
collection. Absolute lymphocyte counts were calculated
from complete blood cell count with differential tests per-
formed as part of routine clinical care.

CD4+ T-cell isolation and adaptive immune function
To evaluate adaptive immune function, CD4+ T cells were
isolated and stimulated as follows. Peripheral blood mono-
nuclear cells were collected with density gradient centrifuga-
tion by using lymphocyte-separation medium (Mediatech,
Manassas, VA, USA). CD4+ T cells were then isolated with
negative selection by using magnetic beads (Miltenyi
Biotec, Auburn, CA, USA). T cells, 5 × 105 CD4+, were in-
cubated for 24 hours at 37°C in complete media (RPMI +
10% fetal bovine serum + 1% penicillin/streptomycin) in
the presence or absence of 10 μg/ml of phytohemagglu-
tinin (PHA) (Sigma, St. Louis, MO, USA). After 24 hours,
the supernatant was collected and stored at −80°C for sub-
sequent cytokine analysis. Production of the cytokines
IL-2, IL-4, IL-10, and IFN-γ from stimulated cells was de-
termined with multiplex immunoassay (Bio-Rad, Hercules,
CA, USA).
Percentage of regulatory T cells (CD4+, CD25+, CD127lo)

among freshly isolated, unstimulated CD4+ T cells was
determined with flow cytometry. The following anti-
bodies were used: FITC anti-human CD4, APC anti-human
CD25, and PE anti-human CD127 (Becton Dickinson).
Data were acquired on an LSRII cytometer (Becton
Dickinson) and analyzed by using FlowJo software (TreeStar,
Ashland, OR, USA).

Plasma cytokines and innate immune function
Plasma from blood drawn in heparin tubes was obtained
and stored at −80°C for subsequent quantification of cir-
culating plasma IL-6, IL-8, and IL-10. Innate immune
function was assessed with whole-blood ex vivo lipopoly-
saccharide (LPS)-induced tumor necrosis factor (TNF)α
production capacity as follows. Within 30 minutes of
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collection, 50 μl of whole blood was added to previously
prepared stimulation tubes and incubated for 4 hours at
37°C. The stimulation tubes contain 0.5 ng/ml LPS (phe-
nol-extracted from Salmonella abortus equii (Sigma).
After 4 hours, the supernatant was collected and stored
at −80°C for subsequent cytokine analysis. Stimulation
studies were performed in duplicate, with average values
reported. Cytokine production from unstimulated plasma
samples and from stimulated whole blood was quanti-
fied with chemiluminescence by using the Immulite auto-
mated chemiluminometer (Siemens Healthcare Diagnostics,
Deerfield, IL, USA). Severe innate immune suppression
was defined as an ex vivo LPS-induced TNF-α production
capacity of less than 250 pg/ml, based on our previous
studies of critically ill children [3,4].

Definitions and statistical analysis
Clinical data were obtained from the electronic medical
record. Severity of illness was determined with pediatric
risk of mortality (PRISM III), pediatric logistic organ dys-
function (PELOD), and organ-failure index (OFI) scoring
within 24 hours of sepsis onset [20-22]. Our primary out-
come measure was the occurrence of either persistent in-
fection or new nosocomial infection. For bloodstream and
urinary tract infections, persistent infection was defined as
consecutive positive blood or urine cultures for greater
than or equal to 7 days. For lower respiratory tract infec-
tions, persistent infection was defined as consecutive posi-
tive endotracheal cultures with ongoing symptoms of
pulmonary infection, including purulent secretions (de-
fined as the presence of white blood cells on Gram stain
of lower respiratory culture); hypoxia or need for invasive
mechanical ventilation; and infiltrate(s) on chest radio-
graphs for greater than or equal to 7 days. For all sites of
infection, initial infection was presumed to be resolved if
subsequent cultures were negative or if the site was not
re-cultured. New nosocomial infection was defined ac-
cording to CDC criteria and included any new bacterial or
fungal infection occurring after 48 hours of sepsis onset
[23]. Daily cultures were not obtained as part of the study
protocol, although it is routine practice in our PICU to
obtain blood, urine, and lower respiratory cultures daily
with any fever and to obtain daily blood cultures in pa-
tients with bacteremia until two consecutive blood cul-
tures are negative. For patients with community-acquired
septic shock, sepsis onset was defined as the time of initial
presentation to the emergency department. For patients
with nosocomial sepsis as their study-enrollment event,
sepsis onset was defined as the time at which the patient
met criteria for septic shock. ICU-free days were deter-
mined based on physical admission to and discharge from
the ICU. Patients who died in the ICU were considered to
have zero ICU-free days. Mortality was defined as death
during hospitalization.
Comparisons between groups were analyzed with the
Mann–Whitney U test for continuous variables and the
Fisher Exact test for categoric values. Differences in values
over time were compared between groups by using analysis
of variance. Data are presented as median (interquartile
range). A P value < 0.05 was considered to be significant
throughout. Data were analyzed by using Prism6 software
(GraphPad Inc., La Jolla, CA, USA).

Results
Subjects
We enrolled 22 sepsis patients and eight healthy children.
Healthy subjects had a median age of 12 (3.8 to 14) years
(P = 0.3 versus sepsis patients), and 50% were girls. Demo-
graphic information for sepsis patients is displayed in
Table 1. Among sepsis patients, 36% had a complex chronic
condition, most commonly developmental delay (n = 5).
Two patients in the cohort had an oncologic diagnosis. Nei-
ther patient was leukopenic at the time of sampling, and
neither was receiving chemotherapy at the time of sepsis
onset. No transplant patients were in the cohort. Septic
shock was community acquired in 20 (91%) cases. Of the
18 patients with positive cultures, seven (39%) had gram-
positive infection, four (22%) had gram-negative infection,
three (17%) had mixed bacterial infection, two (11%) had
viral infection, and two (11%) had mixed viral and bacter-
ial infections. All patients were treated with parenteral
antibiotics. All patients with positive growth of bacterial
pathogens received correct antibiotic coverage (based on
susceptibilities of cultured organisms) with a median time
of 2.7 (1.2 to 5.9) hours from sepsis onset to the first dose
of parenteral antibiotic.
Six (27%) patients developed either persistent infection

or new nosocomial infection. No significant differences
in clinical characteristics were found between patients
who developed persistent or new nosocomial infection
and those who did not, with the exception of the use of
methylprednisolone or dexamethasone for greater than
24 hours (Table 1). Overall, 64% of patients were treated
with glucocorticoids within 7 days of sepsis onset. In
the majority of cases, glucocorticoid use consisted of
dexamethasone for less than 24 hours, with the intention
to prevent or treat postextubation stridor. Of the pa-
tients who received methylprednisolone or dexametha-
sone for greater than 24 hours, two patients were treated
with a methylprednisolone infusion for acute respira-
tory distress syndrome; one patient was treated with
methylprednisolone for reactive airways disease; and
one patient was treated with dexamethasone in the set-
ting of meningitis.
Characteristics of patients with persistent (n = 3) or new

nosocomial (n = 3) infection are listed in Table 2. Of the
patients with persistent infection, one patient had persist-
ent pneumonia for 14 days. The other two patients had



Table 1 Patient demographics

Characteristic All Persistent or nosocomial infection, No persistent or nosocomial infection Pa

(n = 22) (n = 6) (n = 16)

Age, years 1.3 [0.3–14] 8 [0.9 – 16] 0.9 [0.2–12] 0.1

Female gender, n (%) 10 (45) 2 (33) 8 (50) 0.6

Complex chronic condition, n (%) 8 (36) 3 (50) 5 (31) 1

Initial OFI≥ 3, n (%)b 10 (45) 5 (83) 5 (31) 0.06

Initial PRISM IIIb 11.5 [9 – 14] 10.5 [8.8 – 12.5] 13 [8 – 16] 0.4

Initial PELODb 12 [11 – 18] 12 [1 – 14] 12 [11 – 21] 0.3

Site of initial infection, n (%)

Culture negative 4 (18) 0 4 (25)

Blood 4 (18) 2 (33) 2 (13)

Lung 8 (36) 3 (50) 5 (31)

Urine 2 (9) 0 2 (13)

Abdomen 1 (5) 0 1 (6)

Multisite 3 (14) 1 (17) 2 (13)

Glucocorticoid use, n (%)c

MP/Dex for < 24 hoursd 8 (36) 1 (17) 7 (44) 0.4

MP/Dex for > 24 hours 4 (18) 3 (50) 1 (6) 0.046

HCTZ for > 24 hoursd 4 (18) 0 4 (25) 0.5

Outcomes

ICU-free days in 28 days 17 [10 – 21] 5.5 [0–16] 19.2 [15 – 22] 0.05

Mortality, n (%) 2 (9) 1 (17) 1 (6) 0.4
aPersistent or nosocomial infection versus no persistent or nosocomial infection (Mann–Whitney or Fisher Exact test). bValues at the time of sepsis onset.
cGlucocorticoid use within 7 days of sepsis onset. dIncludes two patients treated with HCTZ and with MP/Dex for less than 24 hours. PRISM, Pediatric Risk of
Mortality; PELOD, Pediatric Logistic Organ Dysfunction; OFI, Organ Failure Index; MP, methylprednisolone; Dex, dexamethasone; HCTZ, hydrocortisone. Data are
median (IQR), except where otherwise specified.
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persistent bacteremia for 7 and 9 days, respectively. The
three nosocomial infections were diagnosed within 1 month
of sepsis onset, with one infection occurring in the first
week of illness (Day 5) and the other two occurring later
(Day 25 and Day 27).

Systemic cytokines
As expected, for all sepsis patients on days 1 to 2 of ill-
ness, plasma levels of proinflammatory cytokines, IL-6
and IL-8, were significantly elevated compared with healthy
Table 2 Characteristics of sepsis patients with persistent or n

Persistent or nosocomial Age (years) Complex chronic condition

Persistent 9 Metastatic dysgerminoma

Persistent 6 None

Persistent 16 None

Nosocomial 0.8 None

Nosocomial 16 SGS, TPN dependence

Nosocomial 0.9 Chromosomal abnormality,
developmental delay

aAt the time of sepsis onset. PRISM, Pediatric risk of mortality; OFI, organ failure ind
controls (82 (21 to 396) pg/ml versus < 6 pg/ml and 50
(19 to 92) pg/ml versus < 15 pg/ml, respectively). Among
sepsis patients, early plasma proinflammatory cytokine
levels tended to be higher in patients who developed per-
sistent or nosocomial infection compared with those who
did not, although this difference did not reach statistical
significance. Early plasma levels of the antiinflammatory
cytokine, IL-10, were significantly higher in patients who
went on to develop persistent or nosocomial infection
(Table 3).
osocomial infection

PRISMa III OFI Organism Site

14 3 Pseudomonas Lung

12 4 MRSA Blood

10 3 MRSA Blood, Lung

5 2 Pseudomonas Blood, Lung

10 3 Escherichia coli Pseudomonas Blood

11 3 Enterobacter Lung

ex; SGS, short-gut syndrome; TPN, total parenteral nutrition.



Table 3 Plasma cytokine levels within 48 hours of septic-shock onset

Cytokine Persistent or nosocomial infection, No persistent or nosocomial infection, Healthy controls P

(n = 6) (n = 16) (n = 8)

IL-6 pg/ml 265 (35–792) 82 (15–396) < 6 0.3

IL-8 pg/ml 77 (48–176 42 (17–74) < 15 0.1

IL-10 pg/ml 36 (13–64) 10 (10–29) 10 (10 – 13.9) 0.04

P values are for persistent or nosocomial infection versus no persistent or nosocomial infection (Mann–Whitney). Data are expressed as median (IQR).
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Adaptive immune response
Despite the presence of a systemic inflammatory response
and high levels of circulating cytokines, CD4+ T cells iso-
lated from sepsis patients within 48 hours of sepsis onset
demonstrated significantly reduced ability to produce the
proinflammatory cytokine, IFN-γ, compared with healthy
controls (74 (27 to 146) pg/ml versus 606 (169 to 1,169),
P = 0.002). Early T-cell cytokine-production capacities of
the antiinflammatory cytokines, IL-4 and IL-10, were also
lower in sepsis patients as a whole compared with healthy
controls (2.9 (0.7 to 5) versus 8.2 (3 to 10) pg/ml; P = 0.03;
and 23 (6 to 41) versus 68 (26 to 126) pg/ml, P = 0.02),
respectively.
Among sepsis patients, the development of persistent

or new nosocomial infection was associated with lower
Day 1 to 2 CD4+ T-cell cytokine-production capacities
(Figure 1A-D). This was apparent for each cytokine eval-
uated, including the proinflammatory cytokines (IFN-γ
and IL-2) and antiinflammatory cytokines (IL-10 and IL-4).
For those patients with Day 7 samples available (n = 15),
adaptive immune function tended to improve over time in
both groups (Figure 1E-H).

Innate immune response
Similar to the adaptive immune response, sepsis patients
demonstrated significantly reduced innate immune func-
tion on Days 1 to 2 of illness compared with healthy con-
trols (Figure 2). Early innate immune function did not
differ between those who went on to develop persistent or
nosocomial infection and those who did not (Figure 2).
However, only two patients in the cohort demonstrated
persistent, severe innate immune suppression (ex vivo
TNF-α production capacity < 250 pg/ml on Day 7). Both
of these patients died during their hospitalization com-
pared with zero deaths among patients with Day 7 ex vivo
TNF-α production capacity > 250 pg/ml (P = 0.008; OR,
145; 95% CI, 2.3 to 9,146).

Absolute lymphocyte count and regulatory T cells
To evaluate further the adaptive immune suppression in
sepsis patients, we determined absolute lymphocyte counts
and percentages of Treg. Absolute lymphocyte counts
tended to be lower in sepsis patients compared with healthy
controls. They were lowest for sepsis patients who devel-
oped persistent or new nosocomial infection (Figure 3A, B).
Regarding Treg in sepsis patients, the percentage of Treg
was not different between groups on Days 1 to 2 or on
Day 7 (for the smaller cohort of children with Day 7 data
available). Furthermore, sepsis children overall had a simi-
lar percentage of Treg compared with healthy controls
(Figure 3C, D).

Discussion
In this cohort of critically ill children with septic shock,
early adaptive immune suppression, as measured by re-
duced CD4+ T-cell cytokine-production capacity was asso-
ciated with the development of persistent or nosocomial
infection. As cell numbers were controlled for in our ex-
perimental model, this suggests that decreased cellular re-
sponsiveness in addition to lymphopenia may be associated
with adverse infection-related outcomes in this cohort.
The well-recognized signs and symptoms of sepsis are

manifestations of an overwhelming inflammatory response.
However, it is increasingly recognized that counterregula-
tory mediators that impair immune cell responsiveness are
released shortly after (or at the same time as) proinflam-
matory mediators [5,7-9,11,24,25]. This results in a state of
immune suppression, which is an increasingly recognized
sequela of critical illness. In critically ill adults with sepsis,
alterations of both innate and adaptive immune function,
including elevated circulating levels of proinflammatory cy-
tokines, decreased monocyte MHC class II (for example,
HLA-DR) expression, and lymphocyte apoptosis have all
been associated with poor outcomes, suggesting that dys-
regulated immune responses may be important contribu-
tors to morbidity and mortality in the ICU [7,10,11,26].
In critically ill children, innate immune suppression

has been well characterized across a variety of diagnoses
[3-6,27]. In previous studies, the inability of innate im-
mune cells to produce proinflammatory cytokines in re-
sponse to stimulation has been independently associated
with increased risks of mortality and nosocomial infection
in critically ill children with influenza, multiple organ dys-
function, respiratory syncytial virus infection, or after car-
diopulmonary bypass [3-6].
Data regarding the adequacy of the adaptive immune

response in critically ill children are fewer. Two previous
studies evaluated absolute lymphocyte counts in critic-
ally ill children. In one study of 113 critically ill children,
an absolute lymphocyte count of < 1,000 cells/mm3 for
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(See figure on previous page.)
Figure 1 Adaptive immune response. Adaptive immune function measured by ex vivo PHA-induced cytokine-production capacities within
48 hours of sepsis onset (A-D) were lower for children who went on to develop persistent or nosocomial infection (gray bars) compared with
sepsis children who recovered without infectious complication (white bars) and healthy controls (striped bars). For those children with day 7 data
available (E-H), ex vivo PHA-induced cytokine-production capacities for both groups tended to improve over time. Bars (A-D) and symbols (E-H)
represent median values, with error bars representing interquartile range throughout. Dashed lines and shaded areas (E-H) represent median and
interquartile ranges for healthy control subjects. (*P < 0.05; **P < 0.01; ***P < 0.001).
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at least 3 days was associated with the development of
nosocomial infection. Meanwhile, prolonged lymphope-
nia (ALC < 1,000 for longer than 1 week) was independ-
ently associated with the development of nosocomial
infection, multiple organ dysfunction, and mortality [28].
In a subsequent single-center study of 24 children with
sepsis-induced multiple organ dysfunction syndrome,
nonsurvivors demonstrated lower absolute lymphocyte
counts compared with survivors as early as 3 days after
the onset of MODS, although earlier time points were
not evaluated in this study [29]. In a multi-center study,
Wong et al. [18] evaluated genomic expression patterns
in 84 critically ill children with systemic inflammatory
response syndrome, sepsis, or septic shock, and demon-
strated significant downregulation of genes related to
antigen presentation and T-cell function in septic shock
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Figure 2 Innate immune response. Innate immune function
measured by ex vivo LPS-induced cytokine-production capacities
within 48 hours of sepsis onset were lower for sepsis patients
compared with healthy controls. Differences were not seen in early
innate immune function between sepsis children who developed
persistent or nosocomial infection and sepsis children who did not.
Bars and error bars represent median values and interquartile range
(**P < 0.01; ****P < 0.0001).
patients as early as the first day of illness [18]. Subse-
quent studies similarly demonstrated downregulated
expression of genes involved in adaptive immunity in
children with septic shock [30,31]. Thus far, these analyses
have been limited to genomic-expression profiles and have
not directly evaluated lymphocyte function. Ours is the
first study to quantitate lymphocyte cytokine-production
capacity as a measure of adaptive immune function in crit-
ically ill children. In our study, ex vivo PHA-induced pro-
duction of both pro- and antiinflammatory cytokines from
isolated CD4+ T cells was decreased in sepsis patients
compared with healthy controls and was lowest in chil-
dren with sepsis who developed persistent or nosocomial
infection. These decreases were most apparent early in the
course of illness (within the first 48 hours of sepsis onset).
Temporal relations between innate and adaptive im-

munity are likely important. Previous adult studies sug-
gest that adaptive immune suppression in the setting of
sepsis may lag behind earlier alterations in innate immune
function [10,14]. In our study, we found much earlier evi-
dence of adaptive immune suppression, with the degree of
suppression being related to the risk of developing infec-
tious complications. Whether this may suggest a physio-
logic difference between adults and children or may reflect
differences in timing of presentation relative to the onset
of septic disease is unclear. It is notable that our work is in
agreement with the aforementioned genomic-based ana-
lyses of children with sepsis, which found alterations in
gene expression related to adaptive immunity evident on
the first day of illness [18].
Although early decreases were also seen in innate im-

mune function in our cohort, innate immune suppression
was not related to the development of persistent or noso-
comial infection. This is likely because the vast majority of
children recovered innate immune function within 7 days.
Indeed, in keeping with previous studies, the only two
children in the cohort with persistent severe innate im-
mune suppression were the only two mortalities in the co-
hort. Unfortunately, because of the small sample size and
few patients with persistent immune suppression, we are
unable to comment further on relationships between in-
nate and adaptive immune function over time. We view
this as an important avenue of future research.
Mechanisms of the observed adaptive immune suppres-

sion are unclear. Lymphopenia and lymphocyte apop-
tosis are well recognized in septic disease [9,28,32]. In
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our study, patients who went on to develop new or per-
sistent infection also demonstrated decreased absolute
lymphocyte counts early in their illness. Although we did
not directly measure lymphocyte apoptosis in this study, it
is notable that differences in cytokine-production capacity
were apparent despite using equal numbers of lympho-
cytes in our stimulation assays. This suggests that factors
in addition to lymphocyte cell death alone may contribute
to adaptive immune suppression in children with sepsis.
Treg are a subset of CD4+ T cells with immunosuppres-

sive function. Previous studies have implicated Treg in
sepsis-induced adaptive immune suppression in adults
[10,13,14,33]. More recent studies, however, have ques-
tioned the importance of Treg in the setting of sepsis
[15,34]. In agreement with these recent studies, our study
also failed to show significant differences in percentage of
Treg in children with sepsis compared with healthy con-
trols or in children who developed persistent or nosoco-
mial infection compared with those who did not. Likewise,
we did not see evidence for TH2 skewing by cytokine-
production profile, but rather cytokine-production capacity
was reduced across the board.
For some patients in the cohort, glucocorticoid use

may have contributed to adaptive immune suppression.
Interestingly, hydrocortisone use was not associated with
the development of persistent or nosocomial infection in
our cohort. Although the debate continues over hydro-
cortisone use in children with septic shock, it is import-
ant to consider that more powerful antiinflammatory
glucocorticoids (for example, dexamethasone or methyl-
prednisolone) may be used in sepsis patients to manage
acute comorbidities such as reactive airways disease and
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acute respiratory distress syndrome. Given the presence
of adaptive immune suppression in the setting of sepsis
and the association between antiinflammatory glucocor-
ticoids and adverse outcomes in our cohort, we believe
this is an important area for future prospective study.
Our study has important limitations, including a small

sample size. Thus, we cannot perform multivariable ana-
lyses to account for other baseline differences between
groups that could have confounded our results. Our study
is also limited by the fact that many patients recovered be-
fore day 7 sampling. It is possible that we might have de-
tected greater differences between groups in both innate
and adaptive immune function in the subacute phase if day
7 samples were available for all patients. Likewise, with
only two sampling windows, we are unable to determine
patterns of immune function at other points in time. Last,
as we chose to compare sepsis children with healthy con-
trols, we cannot comment on the specificity of our findings
to septic shock. Adaptive immune suppression may also
occur in other critically ill pediatric populations, which we
view as an important area of future study.

Conclusions
This cohort of critically ill children with septic shock dem-
onstrated early adaptive immune suppression compared
with healthy children, with further suppression seen in
children who went on to develop infectious complications.
This was characterized by lower CD4+ T-cell cytokine-
production capacities and lymphopenia, but not by in-
creased percentage of regulatory T cells. Future studies are
needed to confirm these findings in a larger cohort of pa-
tients, to investigate potential mechanisms of adaptive im-
mune suppression in pediatric sepsis, and to understand
the interplay between innate and adaptive immune re-
sponses in children with sepsis.

Key messages

� CD4+ T cells isolated from children with septic
shock show decreased ability to produce both
pro- and antiinflammatory cytokines in response to
ex vivo stimulation.

� Among children with sepsis, suppressed CD4+ T-cell
cytokine-production capacity is associated with the
development of persistent or new nosocomial
infection.

Abbreviations
IFN: Interferon; IL: interleukin; LPS: lipopolysaccharide; OFI: Organ Failure
Index; PELOD: pediatric logistic organ dysfunction; PHA: phytohemagglutinin;
PRISM: pediatric risk of mortality; TNF: tumor necrosis factor; Treg: Regulatory
T cell.
Competing interests
The authors disclose no financial or nonfinancial competing interests.
Authors’ contributions
JM designed the study, screened and enrolled patients, performed
experiments, analyzed data, and drafted the manuscript. RN screened and
enrolled patients, performed experiments, analyzed data, and revised the
manuscript. KG and LS screened and enrolled patients, collected and
managed data, and revised the manuscript. LH and JN processed patient
samples, performed experiments, and revised the manuscript. MH designed
and supervised the study and drafted the manuscript. All authors read and
approved the final manuscript.
Acknowledgements
The authors thank Susan Geyer, Ph.D., for her thoughtful review of this
manuscript. This work was supported by The Research Institute at
Nationwide Children’s Hospital and NHLBI K08HL085525 (to M.W.H.). The
funding bodies played no role in study design, data collection, data analysis,
or in manuscript preparation.

Author details
1Division of Critical Care Medicine, Nationwide Children’s Hospital, 700
Children’s Drive, Columbus, OH 43205, USA. 2The Research Institute at
Nationwide Children’s Hospital, Columbus, OH 43205, USA. 3Division of
Critical Care Medicine, Akron Children’s Hospital, Akron, OH 44325, USA.

Received: 10 March 2014 Accepted: 13 June 2014
Published: 8 July 2014
References
1. Farris RW, Weiss NS, Zimmerman JJ: Functional outcomes in pediatric

severe sepsis: further analysis of the researching severe sepsis and
organ dysfunction in children: a global perspective trial. Pediatr Crit Care
Med 2013, 14:835–842.

2. Hartman ME, Linde-Zwirble WT, Angus DC, Watson RS: Trends in the
epidemiology of pediatric severe sepsis. Pediatr Crit Care Med 2013,
14:686–693.

3. Cornell TT, Sun L, Hall MW, Gurney JG, Ashbrook MJ, Ohye RG, Shanley TP:
Clinical implications and molecular mechanisms of immunoparalysis
after cardiopulmonary bypass. J Thorac Cardiovasc Surg 2012,
143:1160–1166. e1161.

4. Hall MW, Geyer SM, Guo CY, Panoskaltsis-Mortari A, Jouvet P, Ferdinands J,
Shay DK, Nateri J, Greathouse K, Sullivan R, Tran T, Keisling S, Randolph A,
for the Pediatric Acute Lung Injury and Sepsis Investigators (PALISI) Network
PICFlu Study Investigators: Innate immune function and mortality in
critically ill children with influenza: a multicenter study. Crit Care Med
2013, 41:224–236.

5. Hall MW, Knatz NL, Vetterly C, Tomarello S, Wewers MD, Volk HD, Carcillo JA:
Immunoparalysis and nosocomial infection in children with multiple
organ dysfunction syndrome. Intensive Care Med 2011, 37:525–532.

6. Mella C, Suarez-Arrabal MC, Lopez S, Stephens J, Fernandez S, Hall MW,
Ramilo O, Mejias A: Innate immune dysfunction is associated with
enhanced disease severity in infants with severe respiratory syncytial
virus bronchiolitis. J Infect Dis 2013, 207:564–573.

7. Boomer JS, To K, Chang KC, Takasu O, Osborne DF, Walton AH, Bricker TL,
Jarman SD 2nd, Kreisel D, Krupnick AS, Srivastava A, Swanson PE, Green JM,
Hotchkiss R: Immunosuppression in patients who die of sepsis and
multiple organ failure. JAMA 2011, 306:2594–2605.

8. Docke WD, Randow F, Syrbe U, Krausch D, Asadullah K, Reinke P, Volk HD,
Kox W: Monocyte deactivation in septic patients: restoration by IFN-gamma
treatment. Nat Med 1997, 3:678–681.

9. Hotchkiss RS, Tinsley KW, Swanson PE, Schmieg RE Jr, Hui JJ, Chang KC,
Osborne DF, Freeman BD, Cobb JP, Buchman TG, Karl IE: Sepsis-induced
apoptosis causes progressive profound depletion of B and CD4+ T
lymphocytes in humans. J Immunol 2001, 166:6952–6963.

10. Monneret G, Debard AL, Venet F, Bohe J, Hequet O, Bienvenu J, Lepape A:
Marked elevation of human circulating CD4+ CD25+ regulatory T cells in
sepsis-induced immunoparalysis. Crit Care Med 2003, 31:2068–2071.

11. Monneret G, Lepape A, Voirin N, Bohe J, Venet F, Debard AL, Thizy H,
Bienvenu J, Gueyffier F, Vanhems P: Persisting low monocyte human
leukocyte antigen-DR expression predicts mortality in septic shock.
Intensive Care Med 2006, 32:1175–1183.



Muszynski et al. Critical Care 2014, 18:R145 Page 10 of 10
http://ccforum.com/content/18/4/R145
12. Mohr A, Polz J, Martin EM, Griessl S, Kammler A, Potschke C, Lechner A, Broker
BM, Mostbock S, Mannel DN: Sepsis leads to a reduced antigen-specific
primary antibody response. Eur J Immunol 2012, 42:341–352.

13. Venet F, Chung CS, Kherouf H, Geeraert A, Malcus C, Poitevin F, Bohe J,
Lepape A, Ayala A, Monneret G: Increased circulating regulatory T cells
(CD4(+)CD25(+)CD127 (−)) contribute to lymphocyte anergy in septic
shock patients. Intensive Care Med 2009, 35:678–686.

14. Venet F, Pachot A, Debard AL, Bohe J, Bienvenu J, Lepape A, Monneret G:
Increased percentage of CD4+ CD25+ regulatory T cells during septic
shock is due to the decrease of CD4+ CD25- lymphocytes. Crit Care Med
2004, 32:2329–2331.

15. Wu HP, Chung K, Lin CY, Jiang BY, Chuang DY, Liu YC: Associations of T
helper 1, 2, 17 and regulatory T lymphocytes with mortality in severe
sepsis. Inflamm Res 2013, 62:751–763.

16. Parnell GP, Tang BM, Nalos M, Armstrong NJ, Huang SJ, Booth DR, McLean
AS: Identifying key regulatory genes in the whole blood of septic
patients to monitor underlying immune dysfunctions. Shock 2013,
40:166–174.

17. Tang BM, McLean AS, Dawes IW, Huang SJ, Lin RC: The use of gene-expression
profiling to identify candidate genes in human sepsis. Am J Respir Crit Care
Med 2007, 176:676–684.

18. Wong HR, Cvijanovich N, Allen GL, Lin R, Anas N, Meyer K, Freishtat RJ,
Monaco M, Odoms K, Sakthivel B, Shanley TP, for the Genomics of Pediatric
SIRS/Septic Shock Investigators: Genomic expression profiling across the
pediatric systemic inflammatory response syndrome, sepsis, and septic
shock spectrum. Crit Care Med 2009, 37:1558–1566.

19. Goldstein B, Giroir B, Randolph A, International Consensus Conference on
Pediatric S: International pediatric sepsis consensus conference:
definitions for sepsis and organ dysfunction in pediatrics. Pediatr Crit Care
Med 2005, 6:2–8.

20. Doughty L, Carcillo JA, Kaplan S, Janosky J: The compensatory anti-inflammatory
cytokine interleukin 10 response in pediatric sepsis-induced multiple organ
failure. Chest 1998, 113:1625–1631.

21. Leteurtre S, Martinot A, Duhamel A, Proulx F, Grandbastien B, Cotting J,
Gottesman R, Joffe A, Pfenninger J, Hubert P, Lacroix J, Leclerc F: Validation
of the paediatric logistic organ dysfunction (PELOD) score: prospective,
observational, multicentre study. Lancet 2003, 362:192–197.

22. Pollack MM, Patel KM, Ruttimann UE: PRISM III: an updated Pediatric Risk
of Mortality score. Crit Care Med 1996, 24:743–752.

23. Horan TC, Andrus M, Dudeck MA: CDC/NHSN surveillance definition
of health care-associated infection and criteria for specific types
of infections in the acute care setting. Am J Infect Control 2008,
36:309–332.

24. Hall MW, Gavrilin MA, Knatz NL, Duncan MD, Fernandez SA, Wewers MD:
Monocyte mRNA phenotype and adverse outcomes from pediatric
multiple organ dysfunction syndrome. Pediatr Res 2007, 62:597–603.

25. Volk HD, Reinke P, Krausch D, Zuckermann H, Asadullah K, Muller JM, Docke
WD, Kox WJ: Monocyte deactivation: rationale for a new therapeutic
strategy in sepsis. Intensive Care Med 1996, 22:S474–S481.

26. Kellum JA, Kong L, Fink MP, Weissfeld LA, Yealy DM, Pinsky MR, Fine J,
Krichevsky A, Delude RL, Angus DC, for the GenIMS Investigators:
Understanding the inflammatory cytokine response in pneumonia and
sepsis: results of the Genetic and Inflammatory Markers of Sepsis
(GenIMS) Study. Arch Intern Med 2007, 167:1655–1663.

27. Allen ML, Hoschtitzky JA, Peters MJ, Elliott M, Goldman A, James I, Klein NJ:
Interleukin-10 and its role in clinical immunoparalysis following pediatric
cardiac surgery. Crit Care Med 2006, 34:2658–2665.

28. Felmet KA, Hall MW, Clark RS, Jaffe R, Carcillo JA: Prolonged lymphopenia,
lymphoid depletion, and hypoprolactinemia in children with nosocomial
sepsis and multiple organ failure. J Immunol 2005, 174:3765–3772.

29. Marquardt DJ, Knatz NL, Wetterau LA, Wewers MD, Hall MW: Failure to
recover somatotropic axis function is associated with mortality from
pediatric sepsis-induced multiple organ dysfunction syndrome.
Pediatr Crit Care Med 2010, 11:18–25.

30. Wong HR, Cvijanovich N, Lin R, Allen GL, Thomas NJ, Willson DF, Freishtat
RJ, Anas N, Meyer K, Checchia PA, Odom K, Shanley TP: Identification of
pediatric septic shock subclasses based on genome-wide expression
profiling. BMC Med 2009, 7:34.

31. Wong HR, Freishtat RJ, Monaco M, Odoms K, Shanley TP: Leukocyte
subset-derived genomewide expression profiles in pediatric septic
shock. Pediatr Crit Care Med 2010, 11:349–355.
32. Hotchkiss RS, Tinsley KW, Karl IE: Role of apoptotic cell death in sepsis.
Scand J Infect Dis 2003, 35:585–592.

33. Venet F, Pachot A, Debard AL, Bohe J, Bienvenu J, Lepape A, Powell WS,
Monneret G: Human CD4+ CD25+ regulatory T lymphocytes inhibit
lipopolysaccharide-induced monocyte survival through a Fas/Fas
ligand-dependent mechanism. J Immunol 2006, 177:6540–6547.

34. Hein F, Massin F, Cravoisy-Popovic A, Barraud D, Levy B, Bollaert PE, Gibot S:
The relationship between CD4+ CD25+ CD127- regulatory T cells
and inflammatory response and outcome during shock states.
Crit Care 2010, 14:R19.

doi:10.1186/cc13980
Cite this article as: Muszynski et al.: Early adaptive immune suppression
in children with septic shock: a prospective observational study. Critical
Care 2014 18:R145.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Introduction
	Methods
	Results
	Conclusions

	Introduction
	Methods
	Setting
	Subjects
	Patient sampling
	CD4+ T-cell isolation and adaptive immune function
	Plasma cytokines and innate immune function
	Definitions and statistical analysis

	Results
	Subjects
	Systemic cytokines
	Adaptive immune response
	Innate immune response
	Absolute lymphocyte count and regulatory T cells

	Discussion
	Conclusions
	Key messages
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References

