
Macrophage Phenotype Is Associated with Disease
Severity in Preterm Infants with Chronic Lung Disease
Lynne R. Prince1*", Nicola C. Maxwell3", Sharonjit K. Gill1, David H. Dockrell2, Ian Sabroe1,

Eamon P. McGreal3, Sailesh Kotecha3`, Moira K. Whyte1`

1 Academic Unit of Respiratory Medicine, Department of Infection and Immunity, University of Sheffield, Sheffield Teaching Hospitals NHS Trust, Sheffield, United

Kingdom, 2 Academic Unit of Immunology and Infectious Disease, Department of Infection and Immunity, University of Sheffield, Sheffield Teaching Hospitals NHS Trust,

Sheffield, United Kingdom, 3 Department of Child Health, Cardiff University, Cardiff, United Kingdom

Abstract

Background: The etiology of persistent lung inflammation in preterm infants with chronic lung disease of prematurity (CLD)
is poorly characterized, hampering efforts to stratify prognosis and treatment. Airway macrophages are important innate
immune cells with roles in both the induction and resolution of tissue inflammation.

Objectives: To investigate airway innate immune cellular phenotypes in preterm infants with respiratory distress syndrome
(RDS) or CLD.

Methods: Bronchoalveolar lavage (BAL) fluid was obtained from term and preterm infants requiring mechanical ventilation.
BAL cells were phenotyped by flow cytometry.

Results: Preterm birth was associated with an increase in the proportion of non-classical CD14+/CD16+ monocytes on the
day of delivery (58.965.8% of total mononuclear cells in preterm vs 33.066.1% in term infants, p = 0.02). Infants with RDS
were born with significantly more CD36+ macrophages compared with the CLD group (70.365.3% in RDS vs 37.668.9% in
control, p = 0.02). At day 3, infants born at a low gestational age are more likely to have greater numbers of CD14+

mononuclear phagocytes in the airway (p = 0.03), but fewer of these cells are functionally polarized as assessed by HLA-DR
(p = 0.05) or CD36 (p = 0.05) positivity, suggesting increased recruitment of monocytes or a failure to mature these cells in
the lung.

Conclusions: These findings suggest that macrophage polarization may be affected by gestational maturity, that more
immature macrophage phenotypes may be associated with the progression of RDS to CLD and that phenotyping
mononuclear cells in BAL could predict disease outcome.
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Introduction

Chronic lung disease (CLD) of prematurity, often also called

bronchopulmonary dysplasia (BPD), is a significant complication

of preterm birth, leading to increased respiratory symptoms,

repeated hospital admissions and abnormal long term lung

physiology resulting in great economic cost and markedly

increased parental burden. The pathogenesis of CLD is linked

to a number of clinical factors, including prematurity, mechanical

ventilation, oxygen therapy and post- and ante-natal infection all

of which help to initiate or sustain an inflammatory process in the

preterm lung. Persistent airway neutrophilia and elevated levels of

neutrophil chemoattractants, including CXCL8, in broncho-

alveolar lavage (BAL) fluid, are associated with the development

of CLD in preterm infants [1]. Inappropriate suppression of

neutrophil apoptosis is also associated with progression to CLD in

preterm infants [2]. Macrophages play important roles in inducing

and resolving neutrophilic inflammation but their role in CLD is

not well defined, particularly in view of the difficulty in acquiring

samples from significantly preterm infants. Unresolved questions

are how the preterm infant lung orchestrates this inflammatory

response and the role of macrophage populations in this process.

The limitations in our understanding of lung injury pathogenesis

in preterm infants limits our ability to predict which infants may go

onto to experience dysregulated inflammation and develop CLD,

and also our ability to develop targeted interventions to improve

outcome.
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Our previous results have demonstrated increased numbers of

macrophages in infants with respiratory distress syndrome (RDS),

a condition associated with more effective resolution of inflam-

mation and better clinical outcome than CLD, which is

characterized by chronic distal airway inflammation and poor

lung function. This observation, together with the known roles of

macrophages, suggests macrophages may regulate inflammatory

responses in the preterm lung [2]. This could derive from a

number of the known roles of differentiated macrophages, alone or

in combination, including the surface expression of death

receptors ligands that may initiate apoptosis in vivo, the

production of anti-inflammatory cytokines such as IL-10, or via

efferocytosis and cell clearance [3,4,5,6,7].

These data led us to hypothesise that the relative abundance of

macrophages in the preterm lung, and their differentiation status

and activation phenotypes, may be associated with either the

resolution of RDS or the progression to CLD. In this study,

macrophages in BAL fluid samples from preterm infants

retrospectively diagnosed with RDS or CLD, and from infants

born at term, were phenotyped by flow cytometry, and the

relationships between macrophage phenotype, disease severity and

gestational age were examined.

Materials and Methods

Patients were recruited in the regional neonatal intensive care

unit at the University Hospital of Wales, Cardiff. The study was

approved by the Cardiff and Vale NHS Trust Research and

Development Committee and the South East Wales Research and

Ethics Committee (05/WSE04/85). Written informed consent was

obtained from the parents.

Two groups of infants were recruited: 1) Preterm infants (#32

weeks gestation) who required mechanical ventilation for RDS

defined by clinical and radiological features, were recruited within

the first 12 hours of life (n = 18). This group was later subdivided

into those infants who went on to develop CLD (oxygen

dependence at 36 corrected gestation, n = 11) and those infants

where RDS resolved (RDS group, n = 7).

2) Term control infants (.37 weeks gestation, n = 4) who

required mechanical ventilation for non-respiratory reasons (for

example infants ventilated peri-operatively for gastroschisis).

Bronchoalveolar lavage (BAL) was performed within 24 hours

of birth on ventilated infants as previously described [8,9]. Briefly,

with the infant lying supine and the head turned to the left, a size 6

French Gauge (FG) catheter was introduced down the endotra-

cheal tube until resistance was felt, then 1 ml/kg of 0.9% saline

(maximum of 2 ml) was instilled via the catheter. The catheter was

connected to 8–12 kPa of suction pressure and the lavage fluid

collected in a suction trap as the catheter was withdrawn. The

procedure was repeated and the lavages pooled for immediate

analysis.

Cellular pellets were separated by centrifugation and mucus

disrupted by treatment with dithiothreitol (DTT). DTT had no

effect on antigen detection by any antibody used (data not shown).

A cell count was performed and cytospins prepared (Shandon,

Thermo Fisher, Loughborough, UK) for morphological analysis.

Slides were air dried, fixed in methanol and stained with Giemsa

based stains (Diff-Quik, Reagena, Toivala, Finland).

Flow cytometry
Cells were washed to remove DTT and stained with the

indicated antibodies: HLA-DR-APC (BD Bioscience, Oxford,

UK), CD16-PE, CD36-PE, CD15-APC (Biolegend, San Diego,

CA) and CD14-biotin (Southern Biotech, Birmingham, AL).

Staining combinations were as follows: CD15, CD14/CD16,

CD14/HLA-DR/CD36. Streptavidin-PE-Cy5.5 tandem conju-

gate (eBioscience) was used as a secondary reagent to detect

biotinylated primary antibodies. Following staining, samples were

immediately analysed by flow cytometry (FACScalibur, Becton

Dickinson, Oxford, UK).

Neutrophils were identified as CD15+ events. Cells of the

monocyte/macrophage lineage were identified as CD14+. CD15+

neutrophils were CD14 negative, allowing distinction of these two

cell types [10]. CD14+/16++ non-classical monocytes were

identified as highly CD16 positive CD14+ cells. Forward scatter

(FSC) and side scatter (SSC) profiles were also examined. Flow

cytometry data were analysed using FlowJo (Tree Star Inc,

Ashland, OR).

Cytokine bead array (CBA) analysis
Cytokines were measured in cell-free BAL using a CBA custom

flex set multiplexed assay (BD Biosciences). Antibodies to IL-1b,

CXCL8, CCL3, CCL4 (pro-inflammatory indicators) and IL-10

(anti-inflammatory indicator) were used and samples analyzed by

FACS array (BD Biosciences).

Statistical analysis
Data were analysed by Mann Whitney test and regression

analysis by linear regression (GraphPad Prism, La Jolla, CA) as

defined in the figure legend.

Results

Characteristics of the 22 infants included in this study are shown

in Table 1. The cellularity of BAL was studied by flow cytometry

using antibodies to CD15, CD14, CD16, CD36 and HLA-DR.

Mean6SEM numbers of cells (6106) recovered/ml were

1.0260.29 (term), 4.1761.78 (RDS) and 1.4260.2.86 (CLD).

The numbers of neutrophils (CD15+) recovered were significantly

higher in preterm infants compared with term infants within

24 hours of birth, both as a percentage of all cells and as absolute

numbers (figure 1A, B). CD14, a co-receptor for TLR signaling, is

expressed by both airway macrophages and monocytes [11].

CD14+ cells were greater in both percentage and absolute number

(figure 1C, D) in some preterm compared with term infants,

although differences were not statistically significant. Figure 2

shows flow cytometry plots of samples stained with antibodies to

CD15, CD14, CD16, CD36, HLA-DR and respective isotype

controls (panels A–E). A box is drawn around CD14+/CD16++

cells to illustrate gating strategy used (figure 2F). Since CD14 is

downregulated as macrophages mature [3], macrophage numbers

were assessed both by CD14 and HLA-DR or CD36 co-

expression and as HLA-DR/CD36 single stained events, the

latter to account for CD14 low macrophages (figure 2D–E & G–

H). Cells single stained for HLA-DR or CD36 (figure 2G, H)

appear in the same region as cells dual positive for CD14+ and

either HLA-DR (figure 2I) or CD36 (figure 2J). Since both gating

strategies identified cells in the same FSC/SSC region and

numbers of cells were comparable for both approaches, a single

approach of CD14/CD36 or CD14/HLA-DR positivity was

followed for the remaining analysis. HLA-DR2/CD362 events

were identified in a SSC/FSC low region (indicating cells are

smaller and less granular) while HLA-DR+/CD36+ events were

characterized as mid FSC and mid-high SSC (indicating cells are

larger and more granular, figure 2K–N). HLA-DR+/CD142

events were gated as dendritic cells, although very low numbers

were identified in all samples (data not shown).

Macrophage Phenotype in CLD of Prematurity
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Elevated numbers of non-classical monocytes (CD14+/16++) are

associated with inflammation and injury [12] and are also a source

of alveolar macrophages [13]. As a proportion of CD14+ cells, the

proportion of CD14+/16++ cells was significantly greater in

preterm infants compared with term infants at on the within

24 hours of birth (figure 3A). Although a trend for increased

absolute number of CD14+/16++ in preterms is seen, these data do

not reach statistical significance (figure 3B). As a proportion of all

CD14+ cells, there is no significant difference between either HLA-

DR+ or CD36+ macrophages in preterm or term samples

(figure 3C, D).

To study the relationship between gestational age and the

myeloid cell populations of the lung in the days following birth,

some ventilated infants underwent ongoing sampling. Day 3 was

chosen for further study as it allows observations to be made on

recruitment and maturation of airway cells over a biologically

relevant timescale, but which precedes extubation for many of the

infants in this study. On day 3, the proportion of CD14+ cells was

greater at low gestational ages, reaching statistical significance

when analysing absolute numbers (figure 4A, B). There was a

significant correlation between the proportion of CD14+ cells that

were also positive for HLA-DR or CD36, and gestational age

(figure 4C, D). To examine the relationship between the presence

of neutrophils and macrophages in the immediate peri-natal

period, absolute numbers of these cell populations were correlated.

Absolute numbers of both CD14+/CD36+ and CD14+/HLA-DR+

macrophages were significantly correlated with numbers of

neutrophils in BAL (figure 5A, B). Cytokines were also measured

in BAL from preterm subjects by CBA and significant correlations

were seen between absolute numbers of: CD15+ cells and CCL4

and IL-10; CD14+/CD16+ and CCL4; CD14/CD36+ and CCL3,

CCL4; CD14/HLA-DR+ and IL-1b, CXCL8, CCL4 and IL-10

(table 2). Individual correlations of cell number and cytokine

levels, where there is a statistically significant relationship, are

shown in figure 6 (A–H). Mean cytokine levels ranged from

50.2619.2 pg/ml for IL-10 to 14.563.5 ng/ml for CXCL8

(figure 6I).

Cytocentrifuge slides were made from BAL cells within

24 hours of birth and representative images are presented in

figure 7. In keeping with figure 1, term infants who were

ventilated for non-respiratory problems had few or no neutrophils

and low numbers of macrophages, but the latter cells had the

classical appearance of alveolar macrophages (figure 7A, B).

Infants with CLD (figure 7C, D) and RDS (figure 7E–H) had

more macrophages overall. A qualitative difference between

macrophages from CLD and RDS was also observed, with

macrophages isolated from RDS infants appearing larger and

more mature. Phenotypic analysis of cells in these patient groups

Figure 1. Preterm delivery is associated with increased neutrophils and monocyte–macrophages in the airway. Infants were ventilated
and lavaged within 24 hours of birth and cells were immediately stained with anti-CD14, anti-CD15 or matched isotype antibodies and analysed by
flow cytometry. Neutrophils (A, B) are defined as CD15+ events and macrophages (C, D) are defined as CD14+ve events and expressed as percent of
all cells (A, C) or as absolute numbers/ml lavage fluid (B, D). Statistical analyses were carried out by Mann Whitney test and compared samples
collected from pre-term (n = 12–16 of which RDS:CLD 6–8:8) to term (n = 4) infants.
doi:10.1371/journal.pone.0103059.g001
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indicated that, as a percentage of macrophages, RDS infants had a

higher percentage of CD36+ macrophages (figure 8B) yet the

overall proportion of macrophages was similar between the two

patient groups (data not shown). A trend for a greater proportion

of HLA-DR+ macrophages was also seen in RDS compared to

control groups but this was not statistically significant (figure 8A).

There was no significant difference in percent of CD14+/CD16+
cells in the BAL of CLD versus RDS infants (data not shown).

Discussion

CLD is a significant cause of morbidity and mortality in preterm

infants, with symptoms continuing into adulthood at a great

economic cost. Multiple factors occurring both pre- and post-

natally contribute to the development of CLD including infection,

ventilator induced lung injury, and a persistent inflammatory

response. Current therapeutic strategies are of limited benefit, and

mostly treat symptoms rather than the causative mechanisms,

Figure 2. Flow cytometry strategy for identifying functionally polarised macrophage populations in BALF. Infants were ventilated and
lavaged within 24 hours of birth and cells were stained with anti-CD15 (A), anti-CD14 (B), anti-CD16 (C), anti-HLADR (D), anti-CD36 (E) or matched
isotype antibodies and analysed by flow cytometry. Staining profiles showing isotype controls in blue and target antibody in red. CD14/CD16 staining
profile shown in F. Positively stained events are higlighted in FSC and SSC plots in blue for HLADR (G), CD36 (H), CD14/HLADR dual stained (I) and
CD14/CD36 dual stained (J). FSC/SSC profiles of CD14+ and: HLADR2 (K), HLADR+ (L), CD362 (M) and CD36+ (N) events. Plots illustrate representative
data from 3 individual subjects.
doi:10.1371/journal.pone.0103059.g002
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resulting in a significant and unmet need for novel and highly

targeted medicines. To begin to address this issue, we must

understand how normal cellular processes become dysregulated in

the preterm lung, identifying both the relevant cell populations

and the molecular events that lead to chronic inflammation and

lung injury.

As a phenotypically heterogeneous cell population, the effector

functions of alveolar macrophages vary with their differentiation

status and functional polarisation. More differentiated alveolar

Table 1. Patient information.

Preterm group Term controls

Number of Patients 18 4

Number of Samples 30 6

Median Gestational Age (range) 26+5 (23+4–31+2 wks) 38+1 (37+2–38+3 wks)

Median Birth Weight (range) 960 g (550–1920 g) 2730 g (2570–3000 g)

Male:Female 11:7 4:0

Vaginal:Caesarean delivery 10:8 1:3

RDS:CLD 7:11 -

At least 1 dose antenatal corticosteroids 14/18 (78%) 1/4 (25%)

Patent Ductus Arteriosus 14/18 (78%) 0/4 (0)%

Surfactant therapy (%) 18/18 (100%) 0/4 (0%)

Rupture of membranes .24 hours 4/18 (22%) 0/4 (0%)

Median days of ventilation (range) 18 (1–92 d) 3.5 (2–21 d)

doi:10.1371/journal.pone.0103059.t001

Figure 3. Preterm delivery is associated with increased non-classical macrophages in the airway. Infants were ventilated and lavaged
within 24 hours of birth and cells were stained with anti-CD14, anti-CD16, anti-CD36, anti-HLADR or matched isotype antibodies and analysed by flow
cytometry. Non-classical macrophages are defined as CD14+/CD16++ and expressed as percent of all macrophages (A) or absolute numbers of
CD14+/CD16++ cells/ml lavage (B). CD14+/HLA-DR+ and CD14+/CD36+ cells are expressed as percent of all macrophages (C, D). Statistical analyses
were carried out by Mann Whitney test and compared samples collected from pre-term (n = 10–12 of which CLD:RDS; 7–8:3–4) to term (n = 4) infants.
doi:10.1371/journal.pone.0103059.g003
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macrophages are considered anti-inflammatory due to their

abilities to secrete anti-inflammatory factors and participate in

pathogen handling and efferocytosis [14]. We show preterm

infants with resolving inflammatory lung injury have greater

numbers of airway macrophages of a differentiated phenotype

than infants with progressive inflammatory disease. We also show

that prematurity is associated with increased populations of non-

classical, pro-inflammatory monocytes-macrophages in the lung

on the day of delivery. At day 3, we found infants born at a low

gestational age are more likely to have greater numbers of CD14+

mononuclear phagocytes in the airway but fewer of these cells are

functionally polarized, suggesting increased recruitment of mono-

cytes or a failure to mature these cells in the lung. These findings

suggest airway macrophage phenotype may be an important

determinant of clinical outcome in neonatal inflammatory lung

disease.

In humans, macrophages are thought mostly to differentiate

post-natally with very few macrophages populating the sterile

environment of the normal human lung at birth [15,16,17,18]. In
vivo studies show circulating monocytes appear from 20 weeks

gestation [19] and macrophages are recoverable from the lung

before birth [20], having matured under the influence of local

factors including alveolar type 1 cells, bronchial epithelium,

cytokines and surfactant [21]. Acquisition of secondary lysosomes

is dependent on breathing air, suggesting other maturation

processes do not occur until birth [22]. In rabbits, numbers of

macrophages increase shortly before birth, continuing throughout

the first month of life. Work using a murine lung explant model

demonstrated not only that macrophages were present in the fetal

lung but also that they were critical to lung immune responses

[23,24].

Macrophages containing apoptotic neutrophils have been

visualized in BAL from preterm infants, supporting a functional

role for these cells in the preterm infant lung [25]. Our current

data show that both preterm and term infants have populations of

macrophages in the lung at birth, as determined both by light

microscopy and by co-expression of CD14 with CD36 or HLA-

DR, presentational molecules with known immunoregulatory

functions. HLA-DR is an antigen presentation receptor expressed

on mature airway macrophages [26,27]. CD36 is a scavenger

Figure 4. Early delivery is associated with increased numbers of macrophages and decreased populations of cells with an anti-
inflammatory phenotype. Infants were ventilated and lavaged at 3 days of age and cells were stained with anti-CD14, anti-HLA-DR, anti-CD36 or
matched isotype antibodies and analysed by flow cytometry. Data are expressed as percentage (A) or absolute numbers (B) of CD14+ events. Cells
dual stained with CD14+/HLADR (C) or CD14+/CD36+ (D) are expressed as a percentage of all CD14+ events. Data are analysed by liner regression
(n = 9–11 of which CLD:RDS; 6–8:3) and show R square and p values.
doi:10.1371/journal.pone.0103059.g004
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receptor expressed by both monocytes and macrophages, appear-

ing at the peak of macrophage differentiation [28,29,30]. As well

as facilitating bacterial phagocytosis, CD36 expression is associ-

ated with a macrophage phenotype that is more likely to

efferocytose, and thus confers both a functional and anti-

inflammatory phenotype upon the macrophage, and has been

shown to play protective roles in inflammation [30,31]. Flow

cytometry data confirm these antigens as markers of differentia-

tion, where CD36/HLA-DR2 macrophages appear as FSC/SSC

low events, smaller and less granular cells, consistent with

immature macrophages. CD36/HLA-DR+ macrophages howev-

er, have a higher FSC/SSC profile, consistent with that of mature

tissue macrophages. Interestingly, preterm infants have a compa-

rable proportion of HLA-DR+ macrophages to term infants,

despite the developmental disadvantage of the former group,

perhaps suggesting these cells have roles in immune surveillance

and antigen presentation in utero. Other roles of macrophages in

the sterile environment of the newborn lung may include

‘housekeeping’ roles such as removal of cellular debris, clearance

of surfactant and remodeling and repair. Maintenance of

macrophages in a detuned state facilitates homeostasis whereas

inappropriate activation can arrest development (e.g BPD) and

can lead to acute lung injury (e.g ARDS). It may also be beneficial

to have immune defences already in place in anticipation of the

potentially threatening event of birth.

The origins of mature airway macrophages at birth are unclear.

They may be rapidly released from the pulmonary interstitial

compartment at the time of birth [15]. It is also likely that mature

airway macrophages can arise from the maturation of newly

recruited monocytes upon breathing air, however this may occur

over a number of days rather than the immediate perinatal period.

Macrophages have been detected at autopsy in the lungs of human

infants from 20 weeks gestation who died as a result of congenital

pneumonia, suggesting that a significant inflammatory response

Figure 5. Numbers of neutrophils in the airway correlate with numbers of mature macrophages. Infants were ventilated and lavaged
within 24 hours of birth and cells were stained with anti-CD15, anti-CD14, anti-HLA-DR, anti-CD36 or matched isotype antibodies and analysed by
flow cytometry. Data are expressed as absolute numbers of CD15+ events plotted against absolute numbers of CD14/CD36+ (A) or CD14/HLADR+ (B).
Data are analysed by liner regression (n = 11 of which CLD:RDS; 8:3) and show R square and p values.
doi:10.1371/journal.pone.0103059.g005

Macrophage Phenotype in CLD of Prematurity
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pre- or peri-natally may trigger monocyte migration and

macrophage maturation in vivo [16]. There is other evidence

that the lung can be primed even before birth, for example in

chorioamnionitis, which is associated with the development of

CLD and may also influence the phenotype of cell populations in

the lung [32,33]. The presence of 16S ribosomal RNA was

detected in some of the BAL samples (data not shown) but subject

numbers did not allow us to probe for a significant relationship

between infection and macrophage phenotype. It is also worth

noting that corticosteroid treatment is another potential influence

Figure 6. Cytokine levels correlate with cell type in preterm lavage. Preterm infants (CLD:RDS; 8:4) were ventilated and lavaged within
24 hours of birth and cells stained with combinations of anti-CD15 (A,B), anti-CD14(C–H), anti-CD16 (C), anti-CD36 (D), anti-HLA-DR (E–H), or matched
isotype antibodies and analysed by flow cytometry. Cytokine bead arrays were carried out on cell-free lavage and the following cytokines were
measured: IL-1b, CXCL8, CCL3, CCL4, and IL-10. Correlations of cytokine levels and absolute numbers of cells were analysed by linear regression and
significant correlations are shown above. Panel I shows mean 6 SEM absolute cell number (million/ml, right axis) and mean 6 cytokine levels [pg/ml,
left axis] for all samples.
doi:10.1371/journal.pone.0103059.g006

Macrophage Phenotype in CLD of Prematurity
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on cell maturation and function in utero, however, sample size and

differences in the type and duration of treatment meant that we

were unable to investigate a possible role for corticosteroids in this

study.

In adults following acute pulmonary inflammatory stress,

numbers of alveolar macrophages decrease and are replaced by

macrophages of a more immature phenotype, possibly by rapid

recruitment of monocytes from the vascular compartment [34]. In

our study, day 3 BAL shows an inverse correlation between

gestational age and CD14+ cells in the lung, yet infants of a low

gestational age have, as a proportion of these CD14+ cells, fewer

mature macrophages. These data may indicate a greater stimulus

for monocyte recruitment into the lung and/or a possible failure of

maturation in the more preterm individuals. This idea is in

accordance with studies that show decreased HLA-DR expression

on monocytes isolated from cord or venous blood from infants of a

low gestational age compared with less preterm infants [35,36],

suggesting that the process of monocyte maturation is ongoing

during gestation. Moreover, this phenomenon may continue into

childhood, since macrophage HLA-DR expression is greater in

children over compared to those under the age of two years [37].

Studies in mice have shown newly recruited peripheral blood

monocytes and not alveolar macrophages are responsible for later-

phase neutrophil migration to the lung following inflammatory

stimulus, indicating immature macrophages are more likely to

perpetuate on-going inflammation [38]. Thus very preterm infants

may have a failure in the ongoing maturation process of tissue

macrophages, which may in turn impair functional responses of

these cells and increase the susceptibility of preterm infants to

infection and inflammatory disease [17,39,40,41].

The importance of the mononuclear cell phenotype in the

context of inflammation has also been demonstrated in the form of

CD14+/CD16+ populations, also referred to as ‘non-classical’

monocytes [42]. CD14+/CD16+ monocytes are highly synthetic

cells that secrete pro-inflammatory cytokines and are a source of

alveolar macrophages in the mouse [43]. Residing in the marginal

pool, they rapidly extravasate into the tissue and become elevated

both in the circulation and at inflammatory sites during

inflammatory disease [12,44,45,46]. Increased numbers of non-

classical monocytes have been demonstrated in various inflamma-

tory diseases including chronic liver disease, and these cells have

an augmented inflammatory output both in vitro and in vivo [12].

Our data show significantly greater CD14+/CD16+ macrophages

in preterm infants compared to term infants on the day of delivery.

This difference may represent recruitment of increased numbers of

circulating CD14+/CD16+ monocytes although further studies

phenotyping peripheral blood monocytes to determine whether an

increase in the tissue pool of non-classical macrophages are

derived from greater numbers in the circulation, would be

required to corroborate this. Since non-classical monocytes are

capable of enhanced generation of pro-inflammatory cytokines, it

is possible that this population may contribute to the inflammation

observed in the lungs of preterm newborns.

We also examined the relationship between neutrophils, and

macrophages expressing HLA-DR or CD36, which as a significant

source of cytokines and chemokines may co-ordinate the

recruitment of other cells. A strong correlation between mature

macrophage and neutrophil numbers is seen. This could reflect a

role for one of these cell types in the recruitment of the other, or

simply that individual infants are more likely to globally recruit

cells than others. Our preliminary study of relationships between

BAL cytokine levels and different cell phenotypes suggests the

former explanation, where The former explanation is more

probable since CBA analysis of BAL also indicates a strong
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Figure 7. Morpholocial assessment of BAL cellularity. Infants were ventilated and lavaged within 24 hours of birth and cytocentrifuge slides
were prepared from BAL cells. Term infants (A,B) and infants who developed CLD (C,D) or RDS (E–H) were studied. Images were viewed under 6400
(A,C,E) or 61000 (B,D,E–H) lenses. Cell populations indicated as follows: m: macrophage, ec: epithelial cell, n: neutrophil Scale bar indicates 0–7.5 um
in length.
doi:10.1371/journal.pone.0103059.g007
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correlation between individual cell populations and cytokine levels

at preterm birth, where in particular, HLA-DR+ macrophages are

associated with IL-1b, CXCL-8, CCL4 and IL-10 levels,

suggesting these cell types may be an important source of these

cytokines [47]. HLA-DR expression correlates with increased

cytokine production in monocytes [48] and in our study, the

association with cytokine generation may reflect a more mature

functionality of this macrophage population. Although CD36+ and

HLA-DR+ macrophages represent mature phenotypes, they may

differ in their cytokine output in the tissue. CD36+ macrophages

are able to take part in efferocytosis, which is known to be

associated with the production of anti-inflammatory cytokines by

macrophages [28,49,50]. This may in part explain why the

number of CD36+ macrophages does not correlate with pro-

inflammatory cytokines such as IL-1b and CXCL8. Unexpectedly,

CD36+ macrophage numbers are not associated with IL-10 in this

study, a key macrophage anti-inflammatory cytokine.

We show that infants with progressive inflammatory disease

(CLD) have fewer mature airway macrophages in the immediate

peri-natal period compared to infants with resolving disease (RDS)

suggesting phenotyping macrophages in ventilated infants may be

a predictive marker of disease outcome allowing the stratification

of treatment based on risk. Based on these findings, we speculate

that the presence of mature airway macrophages may drive

inflammation resolution, or indeed that the process of inflamma-

tion resolution may drive macrophage maturity. In support of this,

we have previously shown an increase in total macrophages in

BAL from infants with RDS compared to those with CLD, as

determined morphologically [2]. Morphological data from this

current study support the presence of mature macrophages in the

lung of infants with RDS, illustrated by the appearance of large

mononucleated cells with a high cytoplasm to nucleus ratio.

CD36 facilitates efferocytosis by macrophages, driving the

resolution of inflammation [30,51], and may in the context of

neonatal inflammation, contribute to the clearance of tissue

neutrophils and therefore promote inflammation resolution.

Increased CD36+ macrophages in RDS infants compared to

CLD infants may reflect the greater need for efferocytosis due to

the increased neutrophil burden in the RDS lung [2]. In addition,

it is conceivable that macrophages of a more immature phenotype

may drive ongoing inflammation in the tissue, both via the

synthesis of chemokines and enhanced activation status. A role for

alveolar macrophages in disease has been established by others,

although the maturity status of macrophages in these studies was

not explored. Fetal lung macrophages contribute to the develop-

ment of CLD/BPD in mouse models by generating a lung

inflammatory response [24] and the presence of CD68+ macro-

phages is associated with Wilson-Mikity syndrome in preterm

infants [52]. A study exploring HLA-DR expression on circulating

monocytes in neonates showed decreased expression of HLA-DR

in preterm infants with inflammatory lung disease compared to

healthy preterm infants [53], suggesting that HLA-DR may be an

important factor in the development of CLD, although differences

were not statistically significant in our study. Proving the cause and

effect relationship between statistically significant yet small

differences in cell types was beyond the scope of this study, and

future work correlating macrophage phenotype with cellular

function ex vivo would be of great benefit.

In summary, we have demonstrated an association between

macrophage phenotypes and disease progression in the context of

chronic lung disease of prematurity. Not only do these findings

associate macrophage phenotype with disease outcome in the

context of neonatal lung disease, but also suggest new therapeutic

possibilities focusing on delivering treatments to mature macro-

phage populations in the lung in preterm infants at risk of CLD.

Furthermore, ex vivo phenotyping studies of ventilated preterm

babies at birth may allow the stratification of risk in this patient

group and enable treatment strategies to be tailored according to

likely disease prognosis. These findings may help develop new

therapeutic strategies focused on macrophage maturation in this

clinically important disease.

Author Contributions

Conceived and designed the experiments: NM SK EM. Performed the

experiments: NM SG EM. Analyzed the data: LP NM SK EM MW IS

DD. Contributed reagents/materials/analysis tools: SK. Wrote the paper:

LP. Editing of manuscript: IS MW EM NM DD.

References

1. Kotecha S, Chan B, Azam N, Silverman M, Shaw RJ (1995) Increase in

interleukin-8 and soluble intercellular adhesion molecule-1 in bronchoalveolar

lavage fluid from premature infants who develop chronic lung disease. Archives

of disease in childhood Fetal and neonatal edition 72: F90–96.

Figure 8. Inflammation resolution is associated with increased populations of anti-inflammatory macrophages. Infants were
ventilated and lavaged within 24 hours of birth and cells were stained with anti-CD14, anti-HLA-DR, anti-CD36 or matched isotype antibodies and
analysed by flow cytometry. CD14+/HLA-DR+ and CD14+/CD36+ cells are expressed as percent of all macrophages (A, B). Statistical analyses were
carried out by Mann Whitney test and compared samples collected from CLD (n = 6–7) to RDS (n = 4) infants.
doi:10.1371/journal.pone.0103059.g008

Macrophage Phenotype in CLD of Prematurity

PLOS ONE | www.plosone.org 11 August 2014 | Volume 9 | Issue 8 | e103059



2. Kotecha S, Mildner RJ, Prince LR, Vyas JR, Currie AE, et al. (2003) The role of

neutrophil apoptosis in the resolution of acute lung injury in newborn infants.
Thorax 58: 961–967.

3. Daigneault M, De Silva TI, Bewley MA, Preston JA, Marriott HM, et al. (2012)

Monocytes regulate the mechanism of T-cell death by inducing Fas-mediated
apoptosis during bacterial infection. PLoS pathogens 8: e1002814.

4. Zhang M, Li X, Pang X, Ding L, Wood O, et al. (2001) Identification of a
potential HIV-induced source of bystander-mediated apoptosis in T cells:

upregulation of trail in primary human macrophages by HIV-1 tat. Journal of

biomedical science 8: 290–296.
5. Renshaw SA, Parmar JS, Singleton V, Rowe SJ, Dockrell DH, et al. (2003)

Acceleration of human neutrophil apoptosis by TRAIL. J Immunol 170: 1027–
1033.

6. Marriott HM, Hellewell PG, Cross SS, Ince PG, Whyte MK, et al. (2006)
Decreased alveolar macrophage apoptosis is associated with increased

pulmonary inflammation in a murine model of pneumococcal pneumonia.

J Immunol 177: 6480–6488.
7. Haslett C (1992) Resolution of acute inflammation and the role of apoptosis in

the tissue fate of granulocytes. Clinical science 83: 639–648.
8. Davies PL, Spiller OB, Beeton ML, Maxwell NC, Remold-O’Donnell E, et al.

(2010) Relationship of proteinases and proteinase inhibitors with microbial

presence in chronic lung disease of prematurity. Thorax 65: 246–251.
9. Currie AE, Vyas JR, MacDonald J, Field D, Kotecha S (2001) Epidermal

growth factor in the lungs of infants developing chronic lung disease. The
European respiratory journal 18: 796–800.

10. Antal-Szalmas P, Strijp JA, Weersink AJ, Verhoef J, Van Kessel KP (1997)
Quantitation of surface CD14 on human monocytes and neutrophils. Journal of

leukocyte biology 61: 721–728.

11. Alexis NE, Peden DB (2001) Blunting airway eosinophilic inflammation results
in a decreased airway neutrophil response to inhaled LPS in patients with atopic

asthma: a role for CD14. The Journal of allergy and clinical immunology 108:
577–580.

12. Zimmermann HW, Seidler S, Nattermann J, Gassler N, Hellerbrand C, et al.

(2010) Functional contribution of elevated circulating and hepatic non-classical
CD14CD16 monocytes to inflammation and human liver fibrosis. PLoS One 5:

e11049.
13. Landsman L, Varol C, Jung S (2007) Distinct differentiation potential of blood

monocyte subsets in the lung. Journal of immunology 178: 2000–2007.
14. Knapp S, Leemans JC, Florquin S, Branger J, Maris NA, et al. (2003) Alveolar

macrophages have a protective antiinflammatory role during murine pneumo-

coccal pneumonia. American journal of respiratory and critical care medicine
167: 171–179.

15. Bowden DH (1984) The alveolar macrophage. Environmental health perspec-
tives 55: 327–341.

16. Alenghat E, Esterly JR (1984) Alveolar macrophages in perinatal infants.

Pediatrics 74: 221–223.
17. Bellanti JA, Nerurkar LS, Zeligs BJ (1979) Host defenses in the fetus and

neonate: studies of the alveolar macrophage during maturation. Pediatrics 64:
726–739.

18. Kramer BW, Jobe AH, Ikegami M (2003) Monocyte function in preterm, term,
and adult sheep. Pediatric research 54: 52–57.

19. Forster-Waldl E, Sadeghi K, Tamandl D, Gerhold B, Hallwirth U, et al. (2005)

Monocyte toll-like receptor 4 expression and LPS-induced cytokine production
increase during gestational aging. Pediatric research 58: 121–124.

20. Zeligs BJ, Nerurkar LS, Bellanti JA (1977) Maturation of the rabbit alveolar
macrophage during animal development. III. Phagocytic and bactericidal

functions. Pediatric research 11: 1208–1211.

21. Gordon SB, Read RC (2002) Macrophage defences against respiratory tract
infections. British medical bulletin 61: 45–61.

22. Kradin RL, McCarthy KM, Preffer FI, Schneeberger EE (1986) Flow-
cytometric and ultrastructural analysis of alveolar macrophage maturation.

Journal of leukocyte biology 40: 407–417.

23. Zeligs BJ, Nerurkar LS, Bellanti JA, Zeligs JD (1977) Maturation of the rabbit
alveolar macrophage during animal development. I. Perinatal influx into alveoli

and ultrastructural differentiation. Pediatric research 11: 197–208.
24. Blackwell TS, Hipps AN, Yamamoto Y, Han W, Barham WJ, et al. (2011) NF-

kappaB signaling in fetal lung macrophages disrupts airway morphogenesis.
Journal of immunology 187: 2740–2747.

25. Grigg JM, Savill JS, Sarraf C, Haslett C, Silverman M (1991) Neutrophil

apoptosis and clearance from neonatal lungs. Lancet 338: 720–722.
26. Unanue ER (1980) Cooperation between mononuclear phagocytes and

lymphocytes in immunity. The New England journal of medicine 303: 977–985.
27. Andreesen R, Brugger W, Scheibenbogen C, Kreutz M, Leser HG, et al. (1990)

Surface phenotype analysis of human monocyte to macrophage maturation.

Journal of leukocyte biology 47: 490–497.
28. Fadok VA, Warner ML, Bratton DL, Henson PM (1998) CD36 is required for

phagocytosis of apoptotic cells by human macrophages that use either a
phosphatidylserine receptor or the vitronectin receptor (alpha v beta 3). Journal

of immunology 161: 6250–6257.
29. Huh HY, Pearce SF, Yesner LM, Schindler JL, Silverstein RL (1996) Regulated

expression of CD36 during monocyte-to-macrophage differentiation: potential

role of CD36 in foam cell formation. Blood 87: 2020–2028.

30. Asada K, Sasaki S, Suda T, Chida K, Nakamura H (2004) Antiinflammatory

roles of peroxisome proliferator-activated receptor gamma in human alveolar

macrophages. American journal of respiratory and critical care medicine 169:

195–200.

31. Savill J, Hogg N, Ren Y, Haslett C (1992) Thrombospondin cooperates with

CD36 and the vitronectin receptor in macrophage recognition of neutrophils

undergoing apoptosis. The Journal of clinical investigation 90: 1513–1522.

32. Van Marter LJ, Dammann O, Allred EN, Leviton A, Pagano M, et al. (2002)

Chorioamnionitis, mechanical ventilation, and postnatal sepsis as modulators of

chronic lung disease in preterm infants. The Journal of pediatrics 140: 171–176.

33. Dessardo NS, Mustac E, Dessardo S, Banac S, Peter B, et al. (2012)

Chorioamnionitis and chronic lung disease of prematurity: a path analysis of

causality. American journal of perinatology 29: 133–140.

34. Rosseau S, Hammerl P, Maus U, Walmrath HD, Schutte H, et al. (2000)

Phenotypic characterization of alveolar monocyte recruitment in acute

respiratory distress syndrome. American journal of physiology Lung cellular

and molecular physiology 279: L25–35.

35. Hallwirth U, Pomberger G, Pollak A, Roth E, Spittler A (2004) Monocyte switch

in neonates: high phagocytic capacity and low HLA-DR expression in VLBWI

are inverted during gestational aging. Pediatric allergy and immunology : official

publication of the European Society of Pediatric Allergy and Immunology 15:

513–516.

36. Kotiranta-Ainamo A, Apajasalo M, Pohjavuori M, Rautonen N, Rautonen J

(1999) Mononuclear cell subpopulations in preterm and full-term neonates:

independent effects of gestational age, neonatal infection, maternal pre-

eclampsia, maternal betamethason therapy, and mode of delivery. Clinical

and experimental immunology 115: 309–314.

37. Grigg J, Riedler J, Robertson CF, Boyle W, Uren S (1999) Alveolar macrophage

immaturity in infants and young children. The European respiratory journal :

official journal of the European Society for Clinical Respiratory Physiology 14:

1198–1205.

38. Dhaliwal K, Scholefield E, Ferenbach D, Gibbons M, Duffin R, et al. (2012)

Monocytes control second-phase neutrophil emigration in established lipopoly-

saccharide-induced murine lung injury. American journal of respiratory and

critical care medicine 186: 514–524.

39. Genel F, Atlihan F, Ozsu E, Ozbek E (2010) Monocyte HLA-DR expression as

predictor of poor outcome in neonates with late onset neonatal sepsis. The

Journal of infection 60: 224–228.

40. Ganz T, Sherman MP, Selsted ME, Lehrer RI (1985) Newborn rabbit alveolar

macrophages are deficient in two microbicidal cationic peptides, MCP-1 and

MCP-2. The American review of respiratory disease 132: 901–904.

41. Kurland G, Cheung AT, Miller ME, Ayin SA, Cho MM, et al. (1988) The

ontogeny of pulmonary defenses: alveolar macrophage function in neonatal and

juvenile rhesus monkeys. Pediatric research 23: 293–297.

42. Ziegler-Heitbrock HW, Fingerle G, Strobel M, Schraut W, Stelter F, et al.

(1993) The novel subset of CD14+/CD16+ blood monocytes exhibits features of

tissue macrophages. European journal of immunology 23: 2053–2058.

43. Ziegler-Heitbrock L, Ancuta P, Crowe S, Dalod M, Grau V, et al. (2010)

Nomenclature of monocytes and dendritic cells in blood. Blood 116: e74–80.

44. Fingerle G, Pforte A, Passlick B, Blumenstein M, Strobel M, et al. (1993) The

novel subset of CD14+/CD16+ blood monocytes is expanded in sepsis patients.

Blood 82: 3170–3176.

45. Grip O, Bredberg A, Lindgren S, Henriksson G (2007) Increased subpopulations

of CD16(+) and CD56(+) blood monocytes in patients with active Crohn’s

disease. Inflammatory bowel diseases 13: 566–572.

46. Iwahashi M, Yamamura M, Aita T, Okamoto A, Ueno A, et al. (2004)

Expression of Toll-like receptor 2 on CD16+ blood monocytes and synovial

tissue macrophages in rheumatoid arthritis. Arthritis and rheumatism 50: 1457–

1467.

47. Cavaillon JM (1994) Cytokines and macrophages. Biomedicine & pharma-

cotherapy = Biomedecine & pharmacotherapie 48: 445–453.

48. Chantry D, Turner M, Brennan F, Kingsbury A, Feldmann M (1990)

Granulocyte-macrophage colony stimulating factor induces both HLA-DR

expression and cytokine production by human monocytes. Cytokine 2: 60–67.

49. Driscoll WS, Vaisar T, Tang J, Wilson CL, Raines EW (2013) Macrophage

ADAM17 deficiency augments CD36-dependent apoptotic cell uptake and the

linked anti-inflammatory phenotype. Circulation research 113: 52–61.

50. Huynh ML, Fadok VA, Henson PM (2002) Phosphatidylserine-dependent

ingestion of apoptotic cells promotes TGF-beta1 secretion and the resolution of

inflammation. J Clin Invest 109: 41–50.

51. Parks BW, Black LL, Zimmerman KA, Metz AE, Steele C, et al. (2013) CD36,

but not G2A, modulates efferocytosis, inflammation, and fibrosis following

bleomycin-induced lung injury. Journal of lipid research 54: 1114–1123.

52. Arai H, Matsuda T, Goto R, Takada G (2008) Increased numbers of

macrophages in tracheal aspirates in premature infants with funisitis. Pediatrics

international : official journal of the Japan Pediatric Society 50: 184–188.

53. Kanakoudi-Tsakalidou F, Debonera F, Drossou-Agakidou V, Sarafidis K,

Tzimouli V, et al. (2001) Flow cytometric measurement of HLA-DR expression

on circulating monocytes in healthy and sick neonates using monocyte negative

selection. Clinical and experimental immunology 123: 402–407.

Macrophage Phenotype in CLD of Prematurity

PLOS ONE | www.plosone.org 12 August 2014 | Volume 9 | Issue 8 | e103059


