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Background
Host immune responses during late-onset sepsis (LOS) in very preterm infants are poorly
characterised due to a complex and dynamic pathophysiology and challenges in working
with small available blood volumes. We present here an unbiased transcriptomic analysis of
whole peripheral blood from very preterm infants at the time of LOS.

Methods
RNA-Seq was performed on peripheral blood samples (6–29 days postnatal age) taken at
the time of suspected LOS from very preterm infants <30 weeks gestational age. Infants
were classified based on blood culture positivity and elevated C-reactive protein concentrations as having confirmed LOS (n = 5), possible LOS (n = 4) or no LOS (n = 9). Bioinformatics and statistical analyses performed included pathway over-representation and proteinprotein interaction network analyses. Plasma cytokine immunoassays were performed to
validate differentially expressed cytokine pathways.

Results
The blood leukocyte transcriptional responses of infants with confirmed LOS differed significantly from infants without LOS (1,317 differentially expressed genes). However, infants
with possible LOS could not be distinguished from infants with no LOS or confirmed LOS.
Transcriptional alterations associated with LOS included genes involved in pathogen recognition (mainly TLR pathways), cytokine signalling (both pro-inflammatory and inhibitory
responses), immune and haematological regulation (including cell death pathways), and
metabolism (altered cholesterol biosynthesis). At the transcriptional-level cytokine
responses during LOS were characterised by over-representation of IFN-α/β, IFN-γ, IL-1
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and IL-6 signalling pathways and up-regulation of genes for inflammatory responses. Infants
with confirmed LOS had significantly higher levels of IL-1α and IL-6 in their plasma.

Conclusions
Blood responses in very preterm infants with LOS are characterised by altered host immune
responses that appear to reflect unbalanced immuno-metabolic homeostasis.
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Introduction
Neonatal sepsis results in an estimated 0.5–1 million infant deaths globally each year. Preterm
infants, particularly those born very preterm (<32 weeks gestation), account for more than a
third of the mortality within the first month of life [1–3]. Late-onset sepsis (LOS), with onset
after 72h of age, is the most common form of sepsis affecting preterm infants, occurring in
more than 20% of those born very preterm. The majority of LOS is due to ubiquitous and
often low-virulence commensals of the gastrointestinal tract and skin, especially coagulase
negative staphylococci such as Staphylococcus epidermidis, suggesting that the preterm
immune system may be developmentally immature [4–6].
The preterm infant immune system has both quantitative and functional impairments; with
diminished protective function due to anatomical barriers, impaired innate immune defences
including reduced pro-inflammatory cytokine production, antigen presentation and phagocytosis of innate cells, and delayed adaptive immune responses due to limited antigenic exposure
prior to birth [7–11]. In addition, immune cells of preterm infants have also shown impairments in cellular metabolism that limit innate immune responses during infection [12]. These
immune-metabolic deficiencies contribute to an increased risk of preterm infants acquiring
infection and ultimately, demonstrating dysregulated inflammatory responses that lead to neonatal sepsis [7, 13–15].
There has been recent interest in understanding neonatal sepsis pathophysiology at the
molecular level. Smith et al (2014) identified a 52-gene immune-metabolic network that could
predict bacterial infections in preterm and term neonates. Cernada and colleagues found 554
differentially expressed genes that discriminated VLBW septic cases from controls (who
showed no signs of infection)[16, 17]. Wynn and colleagues found significant differences in
transcriptional host responses between patients with early-onset sepsis and LOS, suggesting
that accounting for timing of sepsis is critical in transcriptional profiling studies of neonates
[18]. However, no study to date has specifically used transcriptome sequencing (RNA-Seq) to
investigate immuno-metabolic host transcriptional responses during LOS in very preterm
infants, in whom the incidence of sepsis is highest.
In this pilot study, we used RNA-Seq to determine whole blood transcriptional responses of
very preterm infants with suspected or confirmed LOS. Our findings are the first to characterise the underlying functional biology of blood leukocyte transcriptional responses associated
specifically with LOS immunopathology in very preterm infants.

Methods
Ethics statement
The study was approved by the institutional Human Research Ethics Committee at King
Edward Memorial Hospital for Women, Perth, Western Australia (HREC reference:
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2014091EW). Written informed consent from parents or guardians was obtained prior to
study participation.

Study design
A cohort of 20 very preterm infants (<30 weeks gestational age, GA) was recruited as part of a
larger prospective study of 57 infants born <42 weeks GA. Infants were prospectively recruited
from the neonatal intensive care unit of King Edward Memorial Hospital, Perth, Australia
over a period of 18 months (July 2015 –December 2016). The inclusion criterion for this study
was informed consent by parent/guardian for an infant being investigated for suspected sepsis
within the first 42 days of life. Relevant demographic (GA, birth weight and postnatal age) and
laboratory (blood culture results, serial C-reactive protein (CRP) measurements and differential counts) information of recruited infants was collected from patient records and electronic
hospital databases.
Study patients born very preterm (n = 20) were retrospectively classified, based on blood
culture results using a recommended minimum volume of 0.5 mL for infants <28 weeks GA
and plasma CRP immuno-assay measurements (Vitros, Ortho-Clinical Diagnostics), as having
confirmed LOS (positive blood culture and CRP >20mg/L within 72 hours of blood culture),
possible LOS (negative blood culture and CRP >20mg/L within 72 hours of blood culture) or
no LOS (negative blood culture and CRP <20mg/L within 72 hours of blood culture) [19]. All
infants with confirmed LOS received >5 days of antibiotics. Two very preterm infants classified as having a possible blood culture contamination, i.e. those with positive blood culture
and CRP <20mg/L, were excluded from further analyses, leaving a final cohort of 18 (Fig 1).

Blood sampling and processing
Neonatal peripheral blood was collected either at the time of septic screen (n = 13) or within
fifteen hours, at the next blood draw for clinical purposes (n = 7, median 10 hours), by venipuncture into a lithium heparin tube, following decontamination of the skin with 70% ethanol
and 1% chlorhexidine swab. Blood (0.2–0.5 mL) was stabilized in RNase/DNase-free Eppendorf tubes containing pre-aliquoted PAXgene™ reagent (blood:reagent ratio of 1:2.76) according to manufacturer’s guidelines (PreAnalytix; Qiagen/Becton Dickson). Sample tubes were
gently inverted ten times and stored at -80˚C until batch RNA extraction. A separate aliquot of
blood (0.5 mL) was centrifuged at 3,000g for 20 min at 4˚C to extract plasma, with collected
plasma samples stored at -80˚C for immunoassays. All blood samples from very preterm
infants were transported on ice to the research laboratory and processed within two hours
from blood collection, with the exception of blood samples from two infants with no LOS,
which were processed within 7 hours.

RNA extraction, quantification and quality assessment
RNA was extracted from stabilised blood using an amended version of the PAXgene™ Blood
RNA System Kit (PreAnalytix; Qiagen/Becton Dickson). Briefly, samples were thawed at room
temperature for up to 2 hours. Samples containing a total blood and PAXgene™ reagent volume of less than 1880μL had RNase-free water added to a final volume of 1880μL to standardise extraction volumes. All samples were centrifuged and had supernatant removed as per
manufacturer’s instructions. RNase-free water (500μL) was then added to the pellet. All subsequent steps were performed according to the manufacturer’s protocol. The RNA concentration and RNA integrity number (RIN) were measured using the Agilent 2100 Bioanalyzer
(Agilent Technologies). Samples included in bioinformatic and statistical analyses (n = 18) had
total RNA concentrations from 14–262 μg/μL and RIN of 8.3–9.6.
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Fig 1. Study design. Summary of samples included in bioinformatics and statistical analyses (bolded boxes). Infants were classified as having confirmed late-onset sepsis
(LOS), possible LOS or no LOS based on blood culture and CRP measurement results within 72 hours of blood culture.
https://doi.org/10.1371/journal.pone.0233841.g001

RNA-Seq
PolyA-enrichment of total RNA was performed using the NEBNext Poly(A) mRNA Magnetic
Isolation Kit (New England Biolabs), followed by cDNA library synthesis using the KAPA
Stranded RNA-seq Library Preparation Kit as per the manufacturer’s instructions (Kapa Biosystems). Quantification of the cDNA libraries was performed using a Quant-iT dsDNA Assay
Kit (Invitrogen) and normalized to 4 nM. To derive the transcriptome for each infant, samples
were labelled with a unique barcode, multiplexed, and sequenced on a HiSeq 2500 sequencer
(Illumina), using the High Output 100-bp single-end run, at the University of British Columbia Sequencing Centre.
The deconvoluted sequences from each infant were analysed and the quality of FASTQ
reads were assessed using FastQC(v0.0.15), and summarized using MultiQC(v0.8.dev0) [20,
21]. FASTQ reads were aligned to the GRCh37(hg19) human reference genome [22] using the
STAR(v2.5) aligner, followed by generation of read counts using htseq-count(v0.6.1p1) [23].
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Globin transcripts and low count genes were bioinformatically removed from the count
matrix. The median library size of uniquely mapped reads for very preterm infant samples was
6.8 million reads, and a range of 4.1–8.9 million reads for the entire study.

Cytokine immunoassays
The concentrations of interferon (IFN)-α, IFN-β, IFN-γ, interleukin (IL)-1α, IL-1β, IL-10 and
IL-6 in plasma were measured using ProcartaPlex™ immunoassay kits (Invitrogen, Thermo
Fisher Scientific) according to the manufacturer’s instructions.

Bioinformatics and statistical analysis
Bioinformatics and statistical analyses were performed on the 18 samples included in the final
study design (Fig 1). Descriptive statistics were conducted in PRISM 7 (GraphPad Software
Inc., California, USA) and included the Mann-Whitney test to determine statistical differences
between clinical groups. All packages used for bioinformatics analyses were performed in R
(v3.3.1) [24]. Differential gene expression analysis was conducted using DESeq2 (v1.12.4),
whereby counts were normalised using variance stabilising transformation then visualised
using principal component analysis [25] with plots generated using ggplot2 (v2.2.1) [26]. Differentially expressed genes, based on pair-wise comparison between condition groups, were
identified based on an adjusted p-value of �0.05 and ±1.5 fold-change. Statistically significant
pathways with Bonferroni-corrected hypergeometric test p-value <0.05 were identified from
each differentially expressed gene list using Sigora (v2.0.1) using Reactome database annotations [27] based on over-represented gene-pair signatures. NetworkAnalyst [28] was used for
protein-protein interaction (PPI) based network visualisations of gene expression changes
based on the InnateDB interactome database [29]. NetworkAnalyst was also used to identify
pathway enrichment based on Reactome database pathway and reaction annotations (www.
reactome.org) [27, 28]. Sub-networks were extracted based on significantly enriched pathways
and were grouped into functional categories. BiomaRt(v2.28.0) was used to convert Ensembl
gene identifications to gene symbols [30, 31].

Results
Patient demographics
The demographic information of very preterm infants in this study is shown in Table 1. Overall, infants from all clinical groups were similar with no significant differences in GA, birth
weight or postnatal age (p>0.05) (S1 Table). Infants with confirmed LOS were infected with
either Gram-positive (Staphylococcus capitis and/or Staphylococcus epidermidis) or Gram-negative (Escherichia coli or Enterobacter asburiae) pathogens (Table 1).

Differential gene expression and cell counts between clinical groups
We conducted RNA-Seq to determine possible differences in gene expression between infants
with confirmed LOS, possible LOS and no LOS. To determine the major factors contributing
to overall differences principal component analysis was first conducted on normalised gene
count data (Fig 2). This demonstrated that 4 of the 5 infants with confirmed LOS had similar
overall transcriptional responses that were distinct from responses in infants with possible or
no LOS. Of note, the single infant with confirmed LOS who did not cluster with the other 4
confirmed LOS patients was distinct based on the presence of polymicrobial infection and a
higher postmenstrual age of 237 days at the time of sample collection (Table 1).
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Table 1. Demographics of very preterm infants in each analysis cohort with confirmed possible and no Late-Onset Sepsis (LOS); with additional details on confirmed LOS infants.
Variable

Median (Range)
Confirmed LOS; n = 5

Possible LOS; n = 4

No LOS; n = 9

GA (weeks)�

26.9 (24.3–29.9)

26.4 (24.4–27.0)

26.4 (23.7–29.8)

Birth weight (grams)�

1286 (620–1650)

645 (560–790)

900 (575–1340)

Postnatal age (days)�

11 (6–37)

21 (14–29)

12 (6–25)

4/5

3/4

4/9

Sex (male)
Septic infants
Infant ID

�

Gestation (weeks)

Birth weight (g)

Sex

Postnatal age
(days)

Postmenstrual age (days)†

Infecting organism

5

29.9

1650

M

11

220

S. capitis

12

28.6

1340

M

37

237

S. epidermidis & S. capitis

16

24.3

620

F

9

179

E. coli

17

24.6

770

M

14

186

S. aureus

18

26.9

1286

M

6

194

E. asburiae

Median (Minimum—Maximum).

†Gestation plus postnatal age.
https://doi.org/10.1371/journal.pone.0233841.t001

Differential gene expression analysis was subsequently performed to identify genes that
were significantly different between clinical groups using as cut-offs an adjusted P-value of
�0.05 and ±1.5 fold-change. We found that the transcriptional responses of infants with confirmed LOS were substantially different from those with no LOS, with 1,317 differentially
expressed genes (995 up-regulated and 322 down-regulated; Fig 2 and S2 Table). In contrast,
the differences in transcriptional responses of infants with confirmed LOS and possible LOS
were markedly lower, with only 21 differentially expressed genes identified (19 up-regulated
and 2 down-regulated; S3 Table). Interestingly, there were no differentially expressed genes
identified when comparing transcriptional responses of very preterm infants with possible
LOS or no LOS. Analysis of differential counts for white cells, platelets, red cells, neutrophils,
lymphocytes, monocytes and eosinophils (S1 Table) showed that there were no significant differences (p>0.05) in cell proportions between the clinical groups except for platelet count
between infants with no LOS and confirmed LOS (p = 0.01; S4 Table).

Transcriptional changes during confirmed LOS
Comparing infants with confirmed LOS to those without LOS, a biological pathway over-representation analysis was performed using SIGORA on all differentially expressed genes. In contrast to traditional pathway enrichment analysis, where pathways are classified as sets of genes
with individual genes being equally informative, gene-pair signature pathway analysis accounts
for only statistically significant gene-pairs that, taken together, are unique to a single pathway.
This reduces the risk of identifying redundant pathways (in which the same genes appear
repeatedly in multiple pathways) and allows more appropriate examination of pathways associated with disease [27]. Overall, 39 pathways that function in a broad range of host responses,
were significantly (p<0.05) altered in infants with confirmed LOS (Table 2). Of these over-represented biological pathways, 31 comprised only up-regulated genes, 1 had only down-regulated
genes and 6 included both up- and down-regulated genes. To better understand the relationship
between these pathways and their role during confirmed LOS in very preterm infants, we investigated these pathways based on their involvement in key processes involved in host responses
to infection, namely: pathogen recognition, cytokine signalling, immune/haematological
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Fig 2. Principal component analysis of global gene expression. The graph shows the first two principal components based on overall gene expression between very
preterm infants with confirmed late-onset sepsis (LOS; red triangles), possible LOS (green squares) or no LOS (blue circles). The number of DEGs between infants with
confirmed LOS/no LOS, 1317; confirmed LOS/possible LOS, 21; and possible LOS/no LOS, 0.
https://doi.org/10.1371/journal.pone.0233841.g002

regulation, and metabolism. For each of these key processes, expression was investigated and
visualised by plotting the underlying interactions between the protein products of these genes,
by generating zero-order PPI sub-networks using NetworkAnalyst (Fig 3).

PLOS ONE | https://doi.org/10.1371/journal.pone.0233841 June 1, 2020

7 / 21

PLOS ONE

Late-onset sepsis in very preterm infants

Table 2. Functional classification of statistically significant over-represented pathways (determined using the Sigora gene-pair signature method) in infants with
Late-Onset Sepsis (LOS).
Pathway description

P value†

Differentially expressed genes in pathway

Pathogen/Pattern Recognition
Toll Like Receptor TLR6:TLR2 cascade

2.82E-20

Up-regulated

Toll Like Receptor TLR1:TLR2 cascade

5.03E-08

Up-regulated

MyD88-independent TLR3/TLR4 cascade

5.12E-06

Up-regulated

MyD88:Mal cascade initiated on plasma membrane

1.24E-05

Up-regulated

Toll Like Receptor 3 (TLR3) cascade

4.25E-05

Up-regulated

TRIF-mediated TLR3/TLR4 signalling

1.29E-02

Up-regulated

Toll Like Receptor 9 (TLR9) cascade

2.86E-02

Up-regulated

Dectin-2 family

8.20E-04

Up-regulated

Cytokine Signalling
Interferon alpha/beta signalling

5.33E-27

Up-regulated

Interferon signalling

8.20E-19

Up-regulated

Interleukin-6 signalling

2.12E-12

Up-regulated

Interleukin-1 signalling

2.86E-06

Up-regulated

Negative regulators of RIG-I/MDA5 signalling

7.40E-06

Up-regulated

Interferon gamma signalling�

7.48E-05

Up-regulated

Signalling by interleukins�

7.57E-05

Up-regulated

1.32E-03

Up- and down-regulated

Immune/Haematological Regulation
Alternative complement activation
Hemostasis
Platelet degranulation

2.34E-11

Up-regulated

Cell surface interactions at the vascular wall

3.31E-03

Up-regulated

2.05E-03

Up-regulated

Signal transduction
RHO GTPases activate WASPs and WAVEs
Signalling to RAS

5.02E-03

Up-regulated

Hedgehog "on" state

4.74E-03

Down-regulated

Diseases of immune system

1.68E-08

Up-regulated

Oxygen-dependent proline hydroxylation of Hypoxia-inducible Factor Alpha

1.32E-04

Up-regulated

Cellular responses to external stimuli

Programmed cell death
Activation of BAD and translocation to mitochondria

3.22E-03

Up-regulated

Activation of BH3-only proteins

1.74E-02

Up-regulated

Metabolism
Activation of gene expression by SREBF (SREBP)

1.23E-04

Up-regulated

Regulation of cholesterol biosynthesis by SREBP (SREBF)

2.07E-02

Up-regulated

Cholesterol biosynthesis

3.23E-02

Up-regulated

Metabolism of vitamins and cofactors

1.60E-02

Up- and down-regulated

PPARA activates gene expression

2.95E-02

Up- and down-regulated

6.02E-15

Up-regulated

6.20E-03

Up-regulated

Metabolism of proteins
O-linked glycosylation of mucins
Metabolism of RNA
KSRP (KHSRP) binds and destabilizes mRNA
Developmental Biology
Sema4D in semaphorin signalling

8.65E-04

Up- and down-regulated

Constitutive signalling by NOTCH1 HD domain mutants

4.96E-03

Up- and down-regulated

†Statistical significance was based on the hypergeometric test with Bonferroni correction.
https://doi.org/10.1371/journal.pone.0233841.t002
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Pathogen recognition and cytokine signalling
Many transcriptional responses in LOS patients were associated with TLR signalling pathways
(Table 2). The zero-order PPI sub-network of these functionally enriched TLR pathways
showed up-regulation of key interacting genes involved in innate immune signalling including
NFKBIA, MYD88, CEBPB, STAT1, IRF7, IRAK2, IRAK4 and TBK1 (Fig 3A), which are known
to drive the production of pro-inflammatory cytokines and type I IFNs [17, 32]. Genes from
the dendritic cell-associated C-type lectin-2 (Dectin-2) family of CLR were also up-regulated
(Table 2 and S5 Table), although the CLR signalling pathway was not itself functionally
enriched in the zero-order PPI network.
With regards to cytokine responses in LOS patients, it was found that the IFN-α/β, IFN-γ,
IL-1 and IL-6 pathways were over-represented, with 128 up-regulated and 13 down-regulated
nodes in a large cytokine signalling sub-network (Table 2 and Fig 3A). In addition, immune
inhibitory signalling genes for IL-1 receptor antagonist proteins (IL1R2 and IL1RN) and suppressor of cytokine signalling proteins (SOCS1 and SOCS3) were also up-regulated. Interestingly, SOCS1 was part of the unique gene-set associated with all IFN signalling pathways,
whereas SOCS3 was part of the gene-set for the IL-6 signalling and IFN signalling pathways
(S5 Table).

Immune and haematological processes
Transcriptional regulation of immune and haematological processes during confirmed LOS
occurred on multiple levels. Significantly over-represented pathways were identified that were
involved in haemostasis, signal transduction, cellular responses to external stimuli and programmed cell death (Table 2 and S5 Table). All pathways comprised up-regulated genes,
except for the alternative complement activation (up- and down-regulated genes) and hedgehog “on” state (down-regulated genes) pathways. It was also found that the oxygen-dependent
proline HIF1A pathway, commonly associated with hypoxia, was over-represented, with upregulation of HIF1A in the immune/haematological PPI sub-network of differentially
expressed genes associated with LOS (Fig 3B). The gene for lactate dehydrogenase A (LDHA),
which is induced by HIF1α, was also up-regulated along with SLC16A3, the gene coding for
monocarboxylate transporter 4 (MCT4) [33].
Interestingly, pathways associated with programmed cell death were also identified with the
over-representation of the Bcl-2 homology (BH3) protein and Bcl-2-associated death (BAD)
pathways (Table 2). Importantly, our immune/haematological PPI sub-network revealed that
despite up-regulation of the majority of genes in the network, BCL2 and IL-7R, two key genes
involved in controlling apoptosis, were significantly down-regulated (Fig 3B).

Changes in metabolic pathways
Significant transcriptional changes during confirmed LOS were identified that were associated
with lipid metabolism and more specifically, activation and regulation of cholesterol biosynthesis (Table 2). The relationship between cholesterol metabolism, type I IFNs and suppression
of IL-1 has previously been elucidated [34, 35], while paediatric sepsis patients also have major
alterations in lipid metabolism [36]. We therefore explored gene expression and interaction
during metabolism by generating an immuno-metabolism sub-network consisting of functionally enriched genes and pathways involved in the regulation of cholesterol biosynthesis,
cytokine signalling and pathogen/pattern recognition (Fig 3A). The sterol regulatory elementbinding proteins (SREBP) pathway, involved in responding to low concentrations of cholesterol and subsequent promotion of cholesterol biosynthesis [37, 38], was over-represented
along with significant up-regulation of cholesterol biosynthesis genes SREBF2, DHCR7,
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Fig 3. PPI network visualisations associated with four main functions transcriptionally altered in infants with
confirmed Late-Onset Sepsis (LOS). Zero-order networks were generated in NetworkAnalyst from differentially
expressed genes comparing very preterm infants with confirmed LOS to those with no LOS. The sub-networks shown
were extracted based on pathways identified from the over-representation analysis (Table 2) that were associated with
(A) pathogen/pattern recognition with innate immune signalling nodes highlighted in blue, cytokine signalling and
metabolism, and (B) immune/haematological regulation. The nodes were colour coded based on up-regulation (red)
or down-regulation (black).
https://doi.org/10.1371/journal.pone.0233841.g003

INSIG1, ERLIN2, SQLE, IDI1 and LDLR (Fig 3, Table 2 and S5 Table). Immune-metabolic regulatory genes, PPARG (encoding the proliferator-activated receptor gamma protein, a nuclear
receptor involved in controlling beta-oxidation of fatty acids and regulation of glucose metabolism) [39, 40] and CEBPB (a transcription factor important for regulating immune and
inflammatory response genes) were also up-regulated. Importantly, this metabolism sub-network indicated connections between cholesterol biosynthesis genes (i.e. SREBF2, INSIG1 and
ERLIN2), regulatory genes (i.e. PPARG and CEBPB) and genes involved in the pro-inflammatory response (e.g. IL1B).

Validation of transcriptional responses in infants with confirmed LOS
To validate the transcriptional findings associated with over-represented cytokine signalling
pathways (Table 2), we measured plasma concentrations of IFN-α, IFN-β, IFN-γ, IL-1α, IL-1β
and IL-6 at the protein-level (Fig 4). The concentrations of all IFNs were below detection limits. However, consistent with our findings at the transcriptional-level, infants with confirmed
LOS had significantly higher levels of IL-1α and IL-6 (p<0.05) compared to infants with no
LOS. Infants with confirmed LOS did not have significantly different levels of IL-1β compared
to infants with no LOS (median of 5.19 pg/mL in confirmed LOS versus 0.87 pg/mL in no
LOS; p = 0.14). However, comparison between 4 of the 5 infants with confirmed LOS that had
similar overall transcriptional responses (Fig 2) showed significantly higher levels of IL-1β
compared to all infants with no LOS (median of 9.03 pg/mL in confirmed LOS versus 0.87 pg/
mL in no LOS; p<0.05). Infants with confirmed LOS also had up-regulated expression of
S100A12, which encodes for the S100A12 alarmin previously implicated during neonatal and
adult sepsis [41–43]. In line with our differential gene expression findings, the IL-1α and IL-1β
levels of possible LOS infants were similar to those in infants with no LOS. However, infants
with possible LOS also had significantly higher IL-6 protein concentrations than infants without LOS, consistent with the elevated CRP levels in these infants [44, 45]. Plasma concentrations of IL-10 were significantly higher in infants with confirmed (p<0.005) or possible LOS
(p<0.05) compared to those with no LOS. There were however no significant differences in
IL-10 or IL-6-related gene expression in infants with possible LOS compared to those with no
LOS. Although the IL-10 signalling pathway was not significantly over-represented in our
pathway analysis, infants with confirmed LOS had up-regulated expression of IL10 compared
to no LOS infants.

Discussion
Very preterm infants are at highest risk of acquiring LOS, however, our understanding of their
underlying leukocyte transcriptional responses during sepsis remains limited. Using a combined approach of differential gene expression, pathway over-representation and network
analyses, RNA-Seq was employed to examine the whole blood transcriptional responses of
very preterm infants with confirmed or suspected LOS. Our findings showed that: (i) infants
with confirmed LOS had significantly altered regulation of host immune responses at the transcriptional-level and significantly higher IL-6 and IL-10 plasma concentrations compared to
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Fig 4. Cytokine expression of IL-1α, IL-1β, IL-6 and IL-10. Data represent the concentrations of cytokines IL-1α, IL-1β, IL-6 and
IL-10 in infants with confirmed late-onset sepsis (LOS), possible LOS and no LOS. The box plots show the median and interquartile
range and statistically significant differences based on the Mann-Whitney Test (� , p<0.05 and �� , p<0.005).
https://doi.org/10.1371/journal.pone.0233841.g004

infants without LOS; (ii) infants with confirmed LOS had changes in immuno-metabolism
that were associated with LOS pathophysiology; and (iii) infants with possible LOS had no differentially expressed genes compared to infants without LOS at the transcriptional-level but
had significantly higher IL-6 and IL-10 plasma concentrations at the protein-level.
Transcriptional profiling of blood leukocyte responses revealed that infants with confirmed
LOS, when compared to infants without LOS, had 1,317 differentially expressed genes associated with 39 over-represented biological pathways that were involved in a broad range of biological processes from pathogen recognition to metabolism. We found that both immunostimulatory and inhibitory transcriptional responses occurred simultaneously during confirmed LOS, indicative of the dynamic pathophysiology of sepsis that is not marked by an initial hyper-inflammatory response followed by a later immunosuppressive anti-inflammatory
phase [15, 46, 47]. Immune stimulatory responses included up-regulated genes involved in
pro-inflammatory responses including MYD88, STAT1, IRF7, NFKBIA and IL1R1, which are
associated with over-represented cytokine signalling pathways for IFN-α/β, IL-1 and IL-6.
These genes were also found to be increased in expression during neonatal infection in a transcriptional study of preterm and term infants [17]. However, although the IFN-α/β, IL-1 and
IL-6 signalling pathways were over-represented and consisted of only up-regulated genes,
cytokine immunoassays showed that at the protein-level, only IL-1α and IL-6 concentrations
were significantly higher in confirmed LOS compared to no LOS infants. This is consistent
with the concept that the type I interferon signalling pathways invoke other host defence
mechanisms other than just interferons [48].
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The higher IL-6 plasma concentrations in our study are in line with previous studies of preterm infants that showed increased plasma IL-6 concentrations during sepsis compared to
non-infected or control groups [45, 49, 50]. Separately, IL-1 signalling is mediated by both IL1α and IL-1β binding to the IL-1R1 receptor. Although IL-1β has been implicated during neonatal sepsis, less is known about IL-1α in human neonates [51–54]. The elevated IL-1α levels
in our study were consistent with a recent murine study that also showed increased IL-1α during polymicrobial sepsis [51]. The study identified that IL-1α, and not IL-1β, was responsible
for IL-1R1-dependent lethality during neonatal sepsis. In keeping with this, although we found
up-regulation of IL1B in infants with confirmed LOS, this did not translate to significant differences in IL-1β plasma concentrations compared to infants with no LOS. Our findings were
consistent with other neonatal studies that found IL-1β concentrations were not different during sepsis [55–57]. However, our findings differed from studies that reported significantly elevated IL-1β plasma and serum levels in infected compared to non-infected infants [53, 54, 58],
except when comparing the 4 of 5 infants with confirmed LOS that had similar transcriptional
responses to all infants with no LOS. Overall, the discrepancies between our study and previous studies [53, 54, 58] could be due to multiple factors including different laboratory methods
used, sample sizes, sample collection times and neonatal populations.
Importantly, we found up-regulation of IL1R2 and IL1RN in infants with confirmed LOS,
with these genes directly connected to IL1B in the cytokine signalling sub-network. These
results were consistent with two independent transcriptional studies showing up-regulation of
IL1R2 and IL1RN during sepsis in preterm/term infants [17] as well as very preterm infants
[16] with a role in immune inhibitory signalling. These genes encode for the IL-1 receptor
type-2 (IL1R2) and IL-1 receptor antagonist proteins (IL1RN), where IL1R2 acts as a decoy
receptor that competitively binds to IL-1α/β and preventing binding to IL1R1, whereas IL1RN
prevents IL-1 from binding to the IL1RAP receptor, inhibiting IL-1 signalling [17, 59]. These
findings suggest that IL-1β plasma concentrations may not have increased during confirmed
LOS in our study due to negative regulation by both IL1R2 and IL1RN.
In parallel with the induction of pro-inflammatory cytokine responses, we also found upregulation of anti-inflammatory IL10, whereby plasma IL-10 concentrations were significantly
higher in infants with confirmed LOS compared to infants with no LOS. This was consistent
with previous studies where preterm infants with sepsis had significantly increased IL-10 levels
compared to those who were non-infected [45, 60]. In addition to IL10, we showed up-regulation of SOCS1 and SOCS3, which form part of the IFN signalling pathways. This finding concurs with a previous study showing that septic preterm/term infants had up-regulated SOCS1
that functioned in immune inhibitory signalling [17]. SOCS1 and SOCS3 code for the suppressor of cytokine signalling (SOCS) family of proteins that play a critical role in the maintenance
of immune homeostasis [61]. SOCS proteins, which can be induced by cytokines (e.g. IL-10)
and bacterial products (e.g. lipopolysaccharide, LPS), negatively regulate the signalling of cytokines, such as type I IFNs, through direct inhibitory modulation of cytokine receptors via the
JAK-STAT pathway. This in turn has profound regulatory effects on inflammatory responses
and immunity that affects a range of immune cells including T cells, macrophages and neutrophils [48, 62–65]. Although the direct mechanisms of the SOCS family of proteins have not
been established for neonatal sepsis, our findings suggest a potential role for SOCS1 and
SOCS3 in dampening interferon responses. In particular, IL-10 may inhibit IFN-γ signalling
and subsequent IFN-γ production via SOCS1, resulting in undetectable IFN-γ protein. The
role of SOCS1 and SOCS3 for immunomodulation during neonatal sepsis warrants further
investigation.
Another marker of sepsis in both neonates and adults that was up-regulated here is
S100A12 (also called calgranulin C), which is an alarmin involved in regulating innate
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immune/inflammatory responses [41, 42]. S100A12 is overexpressed during inflammation
and might serve as a general marker of inflammatory diseases, as well as one of the markers of
sepsis immunosuppression through endotoxin tolerance [43].
Overall, our findings are consistent with an emerging view describing neonatal sepsis
pathophysiology as being characterised by simultaneous hyper- and hypo-inflammatory
immune responses [15] and suggest that impaired immuno-regulation may be a key feature of
LOS in very preterm infants.
The regulation of immune responses and maintenance of immune homeostasis also
depends on tight control of programmed cell death, an essential cellular self-destruction mechanism to ensure tissue homeostasis and elimination of damaged and/or infected cells [66]. In
confirmed LOS, we found down-regulation of BCL2 and IL-7R, two key genes important for
controlling apoptosis [67, 68]. In two separate mouse models, the over-expression of BCL2
during sepsis was protective against the death of both lymphoid (thymocytes and splenic T
cells) or myeloid cells (dendritic cells and macrophages), and was important for host immune
responses during sepsis [69, 70]. Accordingly, the significant down-regulation of BCL2 could
potentially contribute to increased cell death of immune cells important for host defences during confirmed LOS. Our study did not include examination of the frequencies of the cell populations in blood, however, based on our transcriptional findings and the presently limited
understanding of BCL2 for sepsis pathophysiology [71], investigation of the effects of BCL2 for
regulation of immune cell death during neonatal sepsis is warranted. We also found down-regulation of IL-7R, the receptor important for mediating the activity of IL-7, a hematopoietic
growth factor crucial for immune system development and lymphocyte survival [68, 72]. In
experimental models of sepsis, IL-7 was responsible for regulating BCL2 to block lymphocyte
apoptosis, restoring IFN-γ production and improving recruitment of immune cells to the
infection site [73, 74]. Further, lymphocyte depletion has been reported in post-mortem EOS
and LOS studies of preterm and term infants, with results suggesting that severe neonatal sepsis could be associated with sepsis-induced immune cell apoptosis [15, 75–77]. Therefore, the
disruption of IL-7/IL-7R signalling during confirmed LOS has potentially detrimental implications for regulation of immune and cellular homeostasis that contributes to sepsis pathophysiology. The potential of using IL-7 as a lymphostimulating therapy for septic patients has been
described in previous studies [73, 74] and could also be explored in the context of neonatal
sepsis. We found an intersection between host immune responses and metabolism at the transcriptional level in infants with LOS. Infants with confirmed LOS had multiple changes in
gene expression and pathways associated with cholesterol metabolism and biosynthesis. Several genes identified as up-regulated (SQLE, IDI1, DHCR7 and LDLR) in infants with confirmed LOS were consistent with a study of preterm and term infants that also found
transcriptional changes to these genes involved in cholesterol biosynthesis and homeostasis
during neonatal sepsis [17]. Specifically, DHCR7, IDI1 and LDLR were also found to be up-regulated during bacterial sepsis in VLBW infants [16]. The cross-regulation between metabolism
and the immune system is increasingly recognised as important for host responses during
infection [13, 17, 78].
Numerous studies in both humans and mouse models have explored the role of cholesterol,
both high-density lipoproteins (HDL) and low-density lipoproteins, in relation to sepsis [79–
86]. Adult patients with severe sepsis typically have lower cholesterol levels, and high cholesterol levels are suggested to be important for protection during sepsis, whereby lipoproteins
play a crucial role in regulating immune responses to infection such as controlling pro-inflammatory cytokine release, exerting anti-inflammatory effects by neutralising LPS and facilitating
clearance of bacterial toxin [79, 84, 87]. Our study did not measure total cholesterol, HDL or
low-density lipoproteins levels, however, LOS has been linked to lower total cholesterol and
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HDL levels in preterm and term infants, with impaired LPS neutralisation and effects of cytokines suggested to contribute to reduced HDL levels [86, 88].
The metabolism sub-network identified demonstrated connections between metabolic
(SREBF2, INSIG1 and ERLIN2), regulatory (PPARG and CEBPB) and inflammatory (IL1B)
genes, which were all up-regulated, suggesting potential inflammasome activation by sterols
during confirmed LOS in our study [38]. Acute infections and sepsis have been linked to
diminished ability of HDL to mediate cholesterol efflux from macrophages to plasma [38, 89],
which could explain lower total plasma cholesterol and HDL levels during LOS reported in a
preterm and term infant study [86]. Specifically, this leads to cholesterol accumulation in macrophages, which promotes inflammasome activation that leads to IL-1β production, and that
drive inflammatory responses during microbial infection [34, 35, 38]. Although altered cholesterol homeostasis could contribute to pro-inflammatory responses, we did not find significantly increased plasma IL-1β concentrations in infants with confirmed LOS compared to
infants with no LOS at the protein-level. In accordance with a study of neonatal monocytes,
this could be due to low expression of NLRP3 in very preterm infants, where NLRP3 has a central role in regulating inflammasome activation and subsequent IL-1β secretion [38, 90].
We also found over-representation of the oxygen-dependent proline HIF1A pathway and
up-regulation of HIF1A (transcription factor HIF1α)[91]. Our findings were consistent with
studies showing significant overexpression of HIF1A during EOS in preterm infants (<32
weeks gestation) [92] and during bacterial sepsis in very preterm infants [16]. The induction of
HIF1α in response to sepsis-associated cytopathic hypoxia has also been shown in previous
human adult and mouse sepsis studies [33, 93–96]. Importantly, HIF1α plays a crucial role in
the metabolic switch from oxidative phosphorylation to glycolysis to meet increased energy
demands for inflammatory responses during sepsis [33, 91, 97]. Further, HIF1α induces genes
for proteins associated with glycolytic processes including lactate dehydrogenase (LDHA) and
MCT4 (SLC16A3) [33, 91], where both genes were up-regulated in infants with confirmed
LOS. Therefore, consistent with previous sepsis studies [16, 33, 91, 97, 98], our findings suggest
that LOS is also associated with a shift towards glycolysis to meet the increased energy requirements for host immune responses in very preterm infants.
Finally, we found that host immune responses of infants with possible LOS could not be
clearly distinguished from those with either confirmed LOS or no LOS–there were no differentially expressed genes between infants with possible LOS or no LOS, and only 21 differentially
expressed genes when compared to infants with confirmed LOS. The small sample size of
infants with possible LOS could potentially contribute to the lack of differentially expressed
genes identified in comparison to infants with confirmed and no LOS. However, at the protein-level, infants with possible LOS did have significantly higher plasma levels of IL-6 and IL10 compared to infants with no LOS, and similar levels to infants with confirmed LOS. Infants
with possible LOS were identified by their elevated CRP levels in the absence of positive blood
cultures. The production of plasma CRP by hepatocytes is controlled in part by IL-6 [44] and
consistent with a study of preterm infants with suspected sepsis, our findings are consistent
with those showing a positive relationship between CRP and IL-6 plasma levels [45]. We identified several genes associated with IL-6 (e.g. NFKBIA, MYD88, IRAK3 and IRKA4) and IL-10
(e.g. IL10RA and IL10) production, although these were not significantly different in infants
with possible LOS compared to those with no LOS which could be due to the differential
expression criteria used and the small sample size of infants with possible LOS. The septic state
of infants with possible LOS among a population of infants with suspected LOS remains challenging due to ambiguous host responses and examination of additional systems-level
responses, such as at the metabolic levels, could allow us to better comprehend the underlying
functional biology associated with possible LOS [99–101].
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Limitations
The limitations of our study included small sample sizes with no formal power calculations
and no inclusion of the severity of illness score to describe preterm infants with LOS within
this analysis [102], however, we have begun collecting this information and will report it in
future studies. Our study demonstrates the ability to use RNA from small blood volumes (less
than 0.5 mL) for transcriptional profiling at the systems-level using an unbiased RNA-Seq
approach. The capacity to stabilise nucleic acids at the time of sample collection from low volumes of blood is also clinically relevant due to the difficulties associated with obtaining large
blood volumes from neonates, especially those born preterm [16].

Conclusion
We found that confirmed LOS is characterised by host immune transcriptional responses that
reflect unbalanced immunometabolic homeostasis. The findings of this study represent a starting point for systems-level investigations of neonatal sepsis in very preterm infants and warrant validation in a statistically powered study. Investigation of LOS pathophysiology at the
systems-level could lead to identification of novel gene signatures and gene products that
could improve diagnosis of neonatal sepsis.

Supporting information
S1 Table. Metadata of study participants.
(CSV)
S2 Table. Differentially expressed gene list between confirmed LOS and no LOS groups.
(CSV)
S3 Table. Differentially expressed gene list between confirmed LOS and possible LOS
groups.
(CSV)
S4 Table. Differential cell count analysis between clinical groups.
(DOCX)
S5 Table. Genes associated with over-represented pathways identified using the Sigora
gene-pair signature method.
(DOCX)

Acknowledgments
The authors thank the research nurses and doctors at King Edward Memorial Hospital, Perth,
Australia, for recruiting and collecting patient samples. The authors express heartfelt thanks to
the infants and their families for their participation in this study.

Author Contributions
Conceptualization: Sherrianne Ng, Tobias Strunk, Andrew Currie.
Data curation: Sherrianne Ng, Amy H. Lee.
Formal analysis: Sherrianne Ng, Amy H. Lee, Erin E. Gill, Reza Falsafi.
Investigation: Sherrianne Ng, Tabitha Woodman.
Methodology: Sherrianne Ng, Amy H. Lee, Erin E. Gill, Reza Falsafi, Julie Hibbert.

PLOS ONE | https://doi.org/10.1371/journal.pone.0233841 June 1, 2020

16 / 21

PLOS ONE

Late-onset sepsis in very preterm infants

Project administration: Tobias Strunk, Julie Hibbert, Robert E. W. Hancock, Andrew Currie.
Resources: Robert E. W. Hancock, Andrew Currie.
Supervision: Tobias Strunk, Amy H. Lee, Robert E. W. Hancock, Andrew Currie.
Writing – original draft: Sherrianne Ng.
Writing – review & editing: Sherrianne Ng, Tobias Strunk, Amy H. Lee, Erin E. Gill, Reza Falsafi, Julie Hibbert, Robert E. W. Hancock, Andrew Currie.

References
1.

Fleischmann-Struzek C, Goldfarb DM, Schlattmann P, Schlapbach LJ, Reinhart K, Kissoon N. The
global burden of paediatric and neonatal sepsis: a systematic review. Lancet Respir Med. 2018; 6
(3):223–30.

2.

Lawn JE, Blencowe H, Oza S, You D, Lee AC, Waiswa P, et al. Every Newborn: progress, priorities,
and potential beyond survival. Lancet. 2014; 384(9938):189–205.

3.

Rudd KE, Johnson SC, Agesa KM, Shackelford KA, Tsoi D, Kievlan DR, et al. Global, regional, and
national sepsis incidence and mortality, 1990–2017: analysis for the Global Burden of Disease Study.
Lancet. 2020; 395(10219):200–11.

4.

Dong Y, Speer CP. Late-onset neonatal sepsis: recent developments. Arch Dis Child Fetal Neonatal
Ed. 2015; 100(3):F257–63.

5.

Strunk T, Currie A, Richmond P, Simmer K, Burgner D. Innate immunity in human newborn infants:
prematurity means more than immaturity. J Matern Fetal Neonatal Med. 2011; 24(1):25–31.

6.

Tsai MH, Hsu JF, Chu SM, Lien R, Huang HR, Chiang MC, et al. Incidence, clinical characteristics and
risk factors for adverse outcome in neonates with late-onset sepsis. Pediatr Infect Dis J. 2014; 33(1):
e7–e13.

7.

Melville JM, Moss TJ. The immune consequences of preterm birth. Front Neurosci. 2013; 7:79.

8.

Sharma AA, Jen R, Brant R, Ladd M, Huang Q, Skoll A, et al. Hierarchical maturation of innate immune
defences in very preterm neonates. Neonatology. 2014; 106(1):1–9.

9.

Sharma AA, Jen R, Butler A, Lavoie PM. The developing human preterm neonatal immune system: a
case for more research in this area. Clin Immunol. 2012; 145(1):61–8.

10.

Marchant EA, Kan B, Sharma AA, van Zanten A, Kollmann TR, Brant R, et al. Attenuated innate
immune defenses in very premature neonates during the neonatal period. Pediatr Res. 2015; 78:492.

11.

Currie AJ, Curtis S, Strunk T, Riley K, Liyanage K, Prescott S, et al. Preterm infants have deficient
monocyte and lymphocyte cytokine responses to group B streptococcus. Infect Immun. 2011; 79
(4):1588–96.

12.

Kan B, Michalski C, Fu H, Au HHT, Lee K, Marchant EA, et al. Cellular metabolism constrains innate
immune responses in early human ontogeny. Nat Commun. 2018; 9(1):4822.

13.

Ghazal P, Dickinson P, Smith CL. Early life response to infection. Curr Opin Infect Dis. 2013; 26
(3):213–8.

14.

Harbeson D, Ben-Othman R, Amenyogbe N, Kollmann TR. Outgrowing the Immaturity Myth: The Cost
of Defending From Neonatal Infectious Disease. Front Immunol. 2018; 9:1077.

15.

Hibbert JE, Currie A, Strunk T. Sepsis-induced immunosuppression in neonates. Front Pediatr. 2018;
6(357).

16.

Cernada M, Serna E, Bauerl C, Collado MC, Perez-Martinez G, Vento M. Genome-wide expression
profiles in very low birth weight infants with neonatal sepsis. Pediatrics. 2014; 133(5):e1203–11.

17.

Smith CL, Dickinson P, Forster T, Craigon M, Ross A, Khondoker MR, et al. Identification of a human
neonatal immune-metabolic network associated with bacterial infection. Nat Commun. 2014; 5:4649.

18.

Wynn JL, Guthrie SO, Wong HR, Lahni P, Ungaro R, Lopez MC, et al. Postnatal age is a critical determinant of the neonatal host response to sepsis. Mol Med. 2015; 21:496–504.

19.

Lai MY, Tsai MH, Lee CW, Chiang MC, Lien R, Fu RH, et al. Characteristics of neonates with cultureproven bloodstream infection who have low levels of C-reactive protein (< = = 10 mg/L). BMC Infect
Dis. 2015; 15:320.

20.

Andrews S. FastQC: a quality control tool for high throughput sequence data. 2010. http://www.
bioinformatics.babraham.ac.uk/projects/fastqc. Accessed 15 March 2018.

PLOS ONE | https://doi.org/10.1371/journal.pone.0233841 June 1, 2020

17 / 21

PLOS ONE

Late-onset sepsis in very preterm infants

21.

Ewels P, Magnusson M, Lundin S, Kaller M. MultiQC: summarize analysis results for multiple tools
and samples in a single report. Bioinformatics. 2016; 32(19):3047–8.

22.

Aken BL, Achuthan P, Akanni W, Amode MR, Bernsdorff F, Bhai J, et al. Ensembl 2017. Nucleic Acids
Res. 2016; 45(D1):D635–D42.

23.

Dobin A, Gingeras TR. Mapping RNA-seq Reads with STAR. Curr Protoc Bioinformatics. 2015; 51:11
4 1–9.

24.

R Development Core Team. R: A language and environment for statistical computing. Vienna, Austria:
R Foundation for Statistical Computing 2010.

25.

Love MI, Huber W, Anders S. Moderated estimation of fold change and dispersion for RNA-seq data
with DESeq2. Genome Biol. 2014; 15(12):550.

26.

Wickham H. ggplot2: Elegant Graphics for Data Analysis: Springer-Verlag New York; 2009.

27.

Foroushani AB, Brinkman FS, Lynn DJ. Pathway-GPS and SIGORA: identifying relevant pathways
based on the over-representation of their gene-pair signatures. PeerJ. 2013; 1:e229.

28.

Xia J, Gill EE, Hancock RE. NetworkAnalyst for statistical, visual and network-based meta-analysis of
gene expression data. Nat Protoc. 2015; 10(6):823–44.

29.

Breuer K, Foroushani AK, Laird MR, Chen C, Sribnaia A, Lo R, et al. InnateDB: systems biology of
innate immunity and beyond—recent updates and continuing curation. Nucleic Acids Res. 2013; 41
(Database issue):D1228–33.

30.

Durinck S, Moreau Y, Kasprzyk A, Davis S, De Moor B, Brazma A, et al. BioMart and Bioconductor: a
powerful link between biological databases and microarray data analysis. Bioinformatics. 2005; 21
(16):3439–40.

31.

Durinck S, Spellman PT, Birney E, Huber W. Mapping identifiers for the integration of genomic datasets with the R/Bioconductor package biomaRt. Nat Protoc. 2009; 4(8):1184–91.

32.

Kawai T, Akira S. Toll-like receptors and their crosstalk with other innate receptors in infection and
immunity. Immunity. 2011; 34(5):637–50.

33.

Van Wyngene L, Vandewalle J, Libert C. Reprogramming of basic metabolic pathways in microbial
sepsis: therapeutic targets at last? EMBO Mol Med. 2018; 10(8).

34.

Reboldi A, Dang EV, McDonald JG, Liang G, Russell DW, Cyster JG. Inflammation. 25-Hydroxycholesterol suppresses interleukin-1-driven inflammation downstream of type I interferon. Science. 2014;
345(6197):679–84.

35.

Simon A. Cholesterol metabolism and immunity. N Engl J Med. 2014; 371(20):1933–5.

36.

Bermudes ACG, de Carvalho WB, Zamberlan P, Muramoto G, Maranhao RC, Delgado AF. Changes
in lipid metabolism in pediatric patients with severe sepsis and septic shock. Nutrition. 2018; 47:104–
9.

37.

Horton JD, Goldstein JL, Brown MS. SREBPs: activators of the complete program of cholesterol and
fatty acid synthesis in the liver. J Clin Invest. 2002; 109(9):1125–31.

38.

Tall AR, Yvan-Charvet L. Cholesterol, inflammation and innate immunity. Nat Rev Immunol. 2015; 15
(2):104–16.

39.

Tyagi S, Gupta P, Saini AS, Kaushal C, Sharma S. The peroxisome proliferator-activated receptor: A
family of nuclear receptors role in various diseases. J Adv Pharm Technol Res. 2011; 2(4):236–40.

40.

Fumery M, Speca S, Langlois A, Davila AM, Dubuquoy C, Grauso M, et al. Peroxisome proliferatoractivated receptor gamma (PPARgamma) regulates lactase expression and activity in the gut. EMBO
Mol Med. 2017; 9(11):1471–81.

41.

Foell D, Wittkowski H, Kessel C, Luken A, Weinhage T, Varga G, et al. Proinflammatory S100A12 can
activate human monocytes via Toll-like receptor 4. Am J Respir. 2013; 187(12):1324–34.

42.

Tosson AMS, Glaser K, Weinhage T, Foell D, Aboualam MS, Edris AA, et al. Evaluation of the S100
protein A12 as a biomarker of neonatal sepsis. J Matern Fetal Neonatal Med. 2018:1–7.

43.

Pena OM, Hancock DG, Lyle NH, Linder A, Russell JA, Xia J, et al. An endotoxin tolerance signature
predicts sepsis and organ dysfunction at initial clinical presentation. EBioMedicine. 2014; 1(1):64–71.

44.

Pepys MB, Hirschfield GM. C-reactive protein: a critical update. The Journal of clinical investigation.
2003; 111(12):1805–12.

45.

Romagnoli C, Frezza S, Cingolani A, De Luca A, Puopolo M, De Carolis MP, et al. Plasma levels of
interleukin-6 and interleukin-10 in preterm neonates evaluated for sepsis. Eur J Pediatr. 2001; 160
(6):345–50.

46.

Hotchkiss RS, Monneret G, Payen D. Sepsis-induced immunosuppression: from cellular dysfunctions
to immunotherapy. Nat Rev Immunol. 2013; 13(12):862–74.

PLOS ONE | https://doi.org/10.1371/journal.pone.0233841 June 1, 2020

18 / 21

PLOS ONE

Late-onset sepsis in very preterm infants

47.

Bone RC. Immunologic dissonance: a continuing evolution in our understanding of the systemic
inflammatory response syndrome (SIRS) and the multiple organ dysfunction syndrome (MODS). Ann
Intern Med. 1996; 125(8):680–7.

48.

Boxx GM, Cheng G. The Roles of Type I interferon in bacterial infection. Cell Host Microbe. 2016; 19
(6):760–9.

49.

Hotoura E, Giapros V, Kostoula A, Spyrou P, Andronikou S. Pre-inflammatory mediators and lymphocyte subpopulations in preterm neonates with sepsis. Inflammation. 2012; 35(3):1094–101.

50.

Layseca-Espinosa E, Perez-Gonzalez LF, Torres-Montes A, Baranda L, de la Fuente H, Rosenstein
Y, et al. Expression of CD64 as a potential marker of neonatal sepsis. Pediatr Allergy Immunol. 2002;
13(5):319–27.

51.

Benjamin JT, Moore DJ, Bennett C, van der Meer R, Royce A, Loveland R, et al. Cutting Edge: IL1alpha and Not IL-1beta Drives IL-1R1-Dependent Neonatal Murine Sepsis Lethality. J Immunol.
2018; 201(10):2873–8.

52.

Dinarello CA. Overview of the IL-1 family in innate inflammation and acquired immunity. Immunol Rev.
2018; 281(1):8–27.

53.

Ng PC, Cheng SH, Chui KM, Fok TF, Wong MY, Wong W, et al. Diagnosis of late onset neonatal sepsis with cytokines, adhesion molecule, and C-reactive protein in preterm very low birthweight infants.
Arch Dis Child Fetal Neonatal Ed. 1997; 77(3):F221–7.

54.

Kurt AN, Aygun AD, Godekmerdan A, Kurt A, Dogan Y, Yilmaz E. Serum IL-1beta, IL-6, IL-8, and
TNF-alpha levels in early diagnosis and management of neonatal sepsis. Mediators Inflamm. 2007;
2007:31397.

55.

Atici A, Satar M, Alparslan N. Serum interleukin-1 beta in neonatal sepsis. Acta Paediatr. 1996; 85
(3):371–4.

56.

Ucar B, Yildiz B, Aksit MA, Yarar C, Colak O, Akbay Y, et al. Serum amyloid A, procalcitonin, tumor
necrosis factor-alpha, and interleukin-1beta levels in neonatal late-onset sepsis. Mediators Inflamm.
2008; 2008:737141.

57.

de Bont ES, Martens A, van Raan J, Samson G, Fetter WP, Okken A, et al. Tumor necrosis factoralpha, interleukin-1 beta, and interleukin-6 plasma levels in neonatal sepsis. Pediatr Res. 1993; 33(4
Pt 1):380–3.

58.

Santana Reyes C, Garcia-Munoz F, Reyes D, Gonzalez G, Dominguez C, Domenech E. Role of cytokines (interleukin-1beta, 6, 8, tumour necrosis factor-alpha, and soluble receptor of interleukin-2) and
C-reactive protein in the diagnosis of neonatal sepsis. Acta Paediatr. 2003; 92(2):221–7.

59.

Mayer-Barber KD, Yan B. Clash of the Cytokine Titans: counter-regulation of interleukin-1 and type I
interferon-mediated inflammatory responses. Cell Mol Immunol. 2017; 14(1):22–35.

60.

Ng PC, Li K, Wong RP, Chui K, Wong E, Li G, et al. Proinflammatory and anti-inflammatory cytokine
responses in preterm infants with systemic infections. Arch Dis Child Fetal Neonatal Ed. 2003; 88(3):
F209–13.

61.

Carow B, Rottenberg ME. SOCS3, a Major Regulator of Infection and Inflammation. Front Immunol.
2014; 5:58.

62.

Alexander WS. Suppressors of cytokine signalling (SOCS) in the immune system. Nat Rev Immunol.
2002; 2(6):410–6.

63.

O’Shea JJ, Murray PJ. Cytokine signaling modules in inflammatory responses. Immunity. 2008; 28
(4):477–87.

64.

Duncan SA, Baganizi DR, Sahu R, Singh SR, Dennis VA. SOCS Proteins as Regulators of Inflammatory Responses Induced by Bacterial Infections: A Review. Front Microbiol. 2017; 8:2431.

65.

Rakesh K, Agrawal DK. Controlling cytokine signaling by constitutive inhibitors. Biochem Pharmacol.
2005; 70(5):649–57.

66.

Tsujimoto Y. Role of Bcl-2 family proteins in apoptosis: apoptosomes or mitochondria? Genes Cells.
1998; 3(11):697–707.

67.

Bruey JM, Bruey-Sedano N, Luciano F, Zhai D, Balpai R, Xu C, et al. Bcl-2 and Bcl-XL regulate proinflammatory caspase-1 activation by interaction with NALP1. Cell. 2007; 129(1):45–56.

68.

Liu ZH, Wang MH, Ren HJ, Qu W, Sun LM, Zhang QF, et al. Interleukin 7 signaling prevents apoptosis
by regulating bcl-2 and bax via the p53 pathway in human non-small cell lung cancer cells. Int J Clin
Exp Pathol. 2014; 7(3):870–81.

69.

Hotchkiss RS, Swanson PE, Knudson CM, Chang KC, Cobb JP, Osborne DF, et al. Overexpression
of Bcl-2 in transgenic mice decreases apoptosis and improves survival in sepsis. J Immunol. 1999;
162(7):4148–56.

PLOS ONE | https://doi.org/10.1371/journal.pone.0233841 June 1, 2020

19 / 21

PLOS ONE

Late-onset sepsis in very preterm infants

70.

Peck-Palmer OM, Unsinger J, Chang KC, McDonough JS, Perlman H, McDunn JE, et al. Modulation
of the Bcl-2 family blocks sepsis-induced depletion of dendritic cells and macrophages. Shock. 2009;
31(4):359–66.

71.

Hanna N, Vasquez P, Pham P, Heck DE, Laskin JD, Laskin DL, et al. Mechanisms underlying reduced
apoptosis in neonatal neutrophils. Pediatr Res. 2005; 57(1):56–62.

72.

Machado JR, Soave DF, da Silva MV, de Menezes LB, Etchebehere RM, Monteiro ML, et al. Neonatal
sepsis and inflammatory mediators. Mediatros Inflamm. 2014; 2014:269681.

73.

Unsinger J, McGlynn M, Kasten KR, Hoekzema AS, Watanabe E, Muenzer JT, et al. IL-7 promotes T
cell viability, trafficking, and functionality and improves survival in sepsis. J Immunol. 2010; 184
(7):3768–79.

74.

Venet F, Foray AP, Villars-Mechin A, Malcus C, Poitevin-Later F, Lepape A, et al. IL-7 restores lymphocyte functions in septic patients. J Immunol. 2012; 189(10):5073–81.

75.

Christensen RD, Rothstein G. Exhaustion of mature marrow neutrophils in neonates with sepsis. J
Pediatr. 1980; 96(2):316–8.

76.

Itoh K, Aihara H, Takada S, Nishino M, Lee Y, Negishi H, et al. Clinicopathological differences between
early-onset and late-onset sepsis and pneumonia in very low birth weight infants. Pediatr Pathol.
1990; 10(5):757–68.

77.

Toti P, De Felice C, Occhini R, Schuerfeld K, Stumpo M, Epistolato MC, et al. Spleen depletion in neonatal sepsis and chorioamnionitis. Am J Clin Pathol. 2004; 122(5):765–71.

78.

Jeon TI, Osborne TF. SREBPs: metabolic integrators in physiology and metabolism. Trends in endocrinology and metabolism: Trends Endocrinol Metab. 2012; 23(2):65–72.

79.

Guirgis FW, Donnelly JP, Dodani S, Howard G, Safford MM, Levitan EB, et al. Cholesterol levels and
long-term rates of community-acquired sepsis. Crit Care. 2016; 20(1):408.

80.

van Leeuwen HJ, Heezius EC, Dallinga GM, van Strijp JA, Verhoef J, van Kessel KP. Lipoprotein
metabolism in patients with severe sepsis. Crit Care Med. 2003; 31(5):1359–66.

81.

Netea MG, Demacker PN, Kullberg BJ, Boerman OC, Verschueren I, Stalenhoef AF, et al. Low-density lipoprotein receptor-deficient mice are protected against lethal endotoxemia and severe gram-negative infections. J Clin Invest. 1996; 97(6):1366–72.

82.

Ravnskov U. High cholesterol may protect against infections and atherosclerosis. QJM. 2003; 96
(12):927–34.

83.

Lee SH, Park MS, Park BH, Jung WJ, Lee IS, Kim SY, et al. Prognostic implications of serum lipid
metabolism over time during sepsis. Biomed Res Int. 2015; 2015:789298.

84.

Wendel M, Paul R, Heller AR. Lipoproteins in inflammation and sepsis. II. Clinical aspects. Intensive
Care Med. 2007; 33(1):25–35.

85.

Feingold KR, Hardardottir I, Memon R, Krul EJ, Moser AH, Taylor JM, et al. Effect of endotoxin on cholesterol biosynthesis and distribution in serum lipoproteins in Syrian hamsters. J Lipid Res. 1993; 34
(12):2147–58.

86.

Yildiz B, Ucar B, Aksit A, Aydogdu SD, Colak O, Colak E. Diagnostic values of lipid and lipoprotein levels in late onset neonatal sepsis. Scan J Infect Dis. 2009; 41(4):263–7.

87.

Suzuki M, Pritchard DK, Becker L, Hoofnagle AN, Tanimura N, Bammler TK, et al. High-density lipoprotein suppresses the type I interferon response, a family of potent antiviral immunoregulators, in
macrophages challenged with lipopolysaccharide. Circulation. 2010; 122(19):1919–27.

88.

Khovidhunkit W, Kim MS, Memon RA, Shigenaga JK, Moser AH, Feingold KR, et al. Effects of infection and inflammation on lipid and lipoprotein metabolism: mechanisms and consequences to the host.
J Lipid Res. 2004; 45(7):1169–96.

89.

Annema W, Nijstad N, Tolle M, de Boer JF, Buijs RV, Heeringa P, et al. Myeloperoxidase and serum
amyloid A contribute to impaired in vivo reverse cholesterol transport during the acute phase response
but not group IIA secretory phospholipase A(2). J Lipid Res. 2010; 51(4):743–54.

90.

Sharma AA, Jen R, Kan B, Sharma A, Marchant E, Tang A, et al. Impaired NLRP3 inflammasome
activity during fetal development regulates IL-1beta production in human monocytes. Eur J Immunol.
2015; 45(1):238–49.

91.

Kelly B, O’Neill LA. Metabolic reprogramming in macrophages and dendritic cells in innate immunity.
Cell Res. 2015; 25(7):771–84.

92.

Hilgendorff A, Windhorst A, Klein M, Tchatalbachev S, Windemuth-Kieselbach C, Kreuder J, et al.
Gene expression profiling at birth characterizing the preterm infant with early onset infection. J Mol
Med (Berl). 2017; 95(2):169–80.

PLOS ONE | https://doi.org/10.1371/journal.pone.0233841 June 1, 2020

20 / 21

PLOS ONE

Late-onset sepsis in very preterm infants

93.

Shalova IN, Lim JY, Chittezhath M, Zinkernagel AS, Beasley F, Hernandez-Jimenez E, et al. Human
monocytes undergo functional re-programming during sepsis mediated by hypoxia-inducible factor1alpha. Immunity. 2015; 42(3):484–98.

94.

Peyssonnaux C, Datta V, Cramer T, Doedens A, Theodorakis EA, Gallo RL, et al. HIF-1alpha expression regulates the bactericidal capacity of phagocytes. J Clin Invest. 2005; 115(7):1806–15.

95.

Tannahill GM, Curtis AM, Adamik J, Palsson-McDermott EM, McGettrick AF, Goel G, et al. Succinate
is an inflammatory signal that induces IL-1beta through HIF-1alpha. Nature. 2013; 496(7444):238–42.

96.

Suetrong B, Walley KR. Lactic acidosis in sepsis: it’s not all anaerobic: implications for diagnosis and
management. Chest. 2016; 149(1):252–61.

97.

Kan B, Razzaghian HR, Lavoie PM. An immunological perspective on neonatal sepsis. Trends Mol
Med. 2016; 22(4):290–302.

98.

Fanos V, Caboni P, Corsello G, Stronati M, Gazzolo D, Noto A, et al. Urinary (1)H-NMR and GC-MS
metabolomics predicts early and late onset neonatal sepsis. Early Hum Dev. 2014; 90 Suppl 1:S78–
83.

99.

Ng S, Strunk T, Jiang P, Muk T, Sangild PT, Currie A. Precision medicine for neonatal sepsis. Front
Mol Biosci. 2018; 5(70):1–12.

100.

Flores C, Villar J. The road to precision medicine in sepsis: blood transcriptome endotypes. Lancet
Respir Med. 2017; 5(10):767–8.

101.

Skibsted S, Bhasin MK, Aird WC, Shapiro NI. Bench-to-bedside review: future novel diagnostics for
sepsis—a systems biology approach. Crit Care. 2013; 17(5):231.

102.

Wynn JL, Polin RA. A neonatal sequential organ failure assessment score predicts mortality to lateonset sepsis in preterm very low birth weight infants. Pediatr Res. 2019; https://doi.org/10.1038/
s41390-019-0517-2 PMID: 31394566

PLOS ONE | https://doi.org/10.1371/journal.pone.0233841 June 1, 2020

21 / 21

