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Abstract
Breast milk long-chain PUFA (LCPUFA) have been associated with changes in early life immune responses and may modulate T-cell function
in infancy. We studied the effect of maternal fatty acid desaturase (FADS) genotype and breast milk LCPUFA levels on infants’ blood T-cell
profiles and ex vivo-produced cytokines after anti-CD3/CD28 stimulation of peripheral blood mononuclear cells in 6-month-old infants from
the Copenhagen Prospective Study of Asthma in Childhood birth cohort. LCPUFA concentrations of breast milk were assessed at 4 weeks of
age, and FADS SNP were determined in both mothers and infants (n 109). In general, breast milk arachidonic acid (AA) levels were inversely
correlated with the production of IL-10 (r − 0·25; P= 0·004), IL-17 (r −0·24; P= 0·005), IL-5 (r −0·21; P= 0·014) and IL-13 (r −0·17; P= 0·047),
whereas EPA was positively correlated with the counts of blood regulatory T-cells and cytotoxic T-cells and decreased T-helper cell counts.
The minor FADS alleles were associated with lower breast milk AA and EPA, and infants of mothers carrying the minor allele of FADS SNP
rs174556 had higher production of IL-10 (r −0·23; P= 0·018), IL-17 (r −0·25; P= 0·009) and IL-5 (r −0·21; P= 0·038) from ex vivo-activated
immune cells. We observed no association between T-cell distribution and maternal or infant FADS gene variants. We conclude that increased
maternal LCPUFA synthesis and breast milk AA are associated with decreased levels of IL-5, IL-13 (type-2 related), IL-17 (type-17 related) and
IL-10 (regulatory immune responses), but not with interferon-γ and TNF-α, which could be due to an effect of the maternal FADS variants on
the offspring immune response transferred via breast milk LCPUFA.
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Long-chain PUFA (LCPUFA) in breast milk, specifically arachi-
donic acid (AA, 20 : 4n-6) and DHA (22 : 6n-3), may have
beneficial effects on the development of the immune system in
breast-fed infants(1). This is speculated because LCPUFA are
precursors of a range of immune-modulating signalling
molecules(2,3). The diet is the most important determinant of
breast milk LCPUFA content(4), but the content is also affected
by the maternal capacity to convert the precursor molecules to
LCPUFA products(5,6) catalysed by desaturases and elongases.
Studies have reported that especially marine n-3 LCPUFA can

modify immunological responses and change the T-helper cell
(Th) type-1 (Th1)/Th2 balance(7,8) in infants as well(8–10). It has
been suggested that such alterations might have an epigenetic
origin(11), thus imposing more sustained changes on the

immunological phenotype. In vitro studies have further
confirmed the effect of LCPUFA on cytokine production and
proliferation of T-cells(12).

Maternal intake of PUFA during lactation has been shown to
modulate breast milk DHA content and the immune responses in
infants in a number of observational as well as a few
randomised controlled trials(13–16). However, assessing diet is
connected to a high risk of confounding interactions, and the
randomised trials have not been conclusive. Moreover, to our
knowledge, no one has reported on the influence of LCPUFA in
breast milk in relation to other than Th1- and Th2-based
responses, such as the IL-17-producing Th17, and IL-10 from
regulatory T-cells (Treg). Most cytokines are produced by more
than one cell type, but type-1 immune responses usually refer to
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cytokines produced by Th1, cytotoxic T-cells (Tc), natural killer
cells and type-1 innate lymphoid cells, and the cardinal cytokines
of this type of response are interferon-γ (IFN-γ) and TNF-α,
whereas type-2 responses are based on Th2 cells and type-2
innate lymphoid cells and characterised by IL-4, IL-5 and IL-13.
The type-17 response is based on Th17 and type-3 innate
lymphoid cells producing IL-17A and on the regulatory-type
response of Treg, regulatory dendritic cells and monocytes, which
all produce IL-10.
Recent studies have shown that SNP in the fatty acid desa-

turase gene cluster (FADS) can affect maternal plasma and breast
milk PUFA composition(17,18). As the genetic variants are
‘randomised’ during meiosis, the FADS SNP can serve as a ran-
domising instrument independent of possible confounders(19).
FADS SNP have been shown to be associated with various health
outcomes, including markers of the metabolic syndrome and the
plasma lipid profile in children(20,21), as well as neurodevelop-
mental outcomes in breast-fed children(5,6,22,23). Moreover, it has
been shown that the polymorphism in FADS genes can influence
the risk of allergic diseases in children(24). FADS genes also seem
to alter the effect of breast-feeding on risk of asthma, as a sig-
nificant effect of breast-feeding on the development of asthma
was only seen in minor allele carriers(25).
The aim of this study was to analyse the influence of FADS

SNP in the mother and infant on the profile and function of
T-cells isolated from infants at 6 months of age enrolled in the
Copenhagen Prospective Study of Asthma in Childhood
(COPSAC2000) birth cohort. We also analysed the associations
between maternal FADS SNP and breast milk LCPUFA content
as well as the association between breast milk LCPUFA levels
and infant immune responses.

Methods

Cohort

The COPSAC2000 is a single-centre, birth cohort study, with the
objective to assess the interaction between genes and environ-
ment in infants and young children with high risk of asthma in
order to identify early-life exposures with a putative role in the
development and course of atopic diseases. The cohort consists
of 411 children of mothers with asthma recruited between 1998
and 2001. Premature children (gestational age< 36 weeks) as well
as children suspected of chronic diseases or lung symptoms
before inclusion were excluded. The COPSAC study is conducted
in accordance with the Declaration of Helsinki and is approved
by the Copenhagen Ethics Committee (KF 01-289/96 and
KF 11-107/02) and the Danish Data Protection Agency (2008-41-
1754). Oral and written informed consent was obtained from both
parents during enrolment(26).

Breast milk samples

Breast milk samples (2–5ml) were collected at approximately
4 weeks postpartum. After addition of 0·01 % 2,6-Di-tert-butyl-4-
methylphenol (Sigma Chemical Co.), the breast milk aliquots
were frozen at −80°C. The analyses of the samples were com-
pleted within 1 year after sample collection. The fatty acid
composition of breast milk was determined by extraction,

KOH-catalysed trans-methylation, GLC (Hewlett-Packard Inc.)
and use of commercial standards (Nu-Chek-Prep Inc.) as
previously described(27). Total values of the n-3 and n-6
PUFA families as well as the total of PUFA were calculated
using the full set of eleven PUFA(27), but in this study we
focused on linoleic acid, γ-linolenic acid (GLA, 18 : 3n-6),
dihomo-γ-linolenic acid (dGLA, 20 : 3n-6), AA, α-linolenic acid,
EPA (20 : 5n-3) and DHA.

T-cell phenotyping

Peripheral blood mononuclear cells (PBMC) were isolated by
density centrifugation from 4ml peripheral blood drawn at the
6-month routine visit (mean age at the visit 6·35 (SD 0·64) months)
to the clinical research unit. The PBMC were stored at −140°C for
up to 12 years until the cells were analysed in 2011. The overall
composition of the T-cell compartment in PBMC was assessed by
cluster of differentiation (CD) markers using flow cytometry with a
pre-defined gating strategy (online Supplementary Fig. 1): Tc
(CD3+CD8+ ), Th (CD3+CD4+ ) and Treg (CD3+CD4+
CD127loCD25hi). The fraction of Tc and Th were calculated
relative to total CD3+ cells and Treg cells relative to CD3+CD4+
cells. In brief, the methodology was as follows: Unstimulated
PBMC (5×105 cells) were washed once in FACS buffer
(PBS containing 0·1% sodium azide and 1% heat-inactivated
fetal bovine serum). Cells were stained with a pre-titrated
fluorochrome-conjugated antibody mixture designed to
characterise the T-cell compartment (CD3/eFlour450 (clone
UCHT1), CD8/FITC (clone OKT8), CD127/APC-eFlour780 (clone
A7R34) (all from eBioscience) as well as CD4/V500 (clone RPA-T4;
BD Biosciences) and CD25/PC7 (clone B1.49.9; Beckman
Coulter)). In all, 400 000 cells were analysed on a BD
FACSCanto™ II flow cytometer (BD Biosciences).

Polyclonal T-cell activation and cytokine analysis

PBMC (>95 % viable) were cultured in a concentration of
2× 105 cells/200 µl culture medium (RPMI 1640 containing
2 mM-L-glutamine (Cambrex); 0·1 M-HEPES (Lonza); 100 U/ml
penicillin/streptomycin (Lonza); and 10 % heat-inactivated fetal
bovine serum (Cambrex)) in U-bottomed ninety-six well plates.
T-cells were activated polyclonally using anti-CD3/28 expander
beads (Dynabeads Human T-Activator CD3/CD28; Invitrogen),
added at a beads:cell ratio of 1:2. Unstimulated cells were
added to the culture medium alone. The PBMC were stimulated
for 40 h in a humidified 37°C, 5 % CO2 incubator, and the
response was assessed as cytokine production in cell-free
culture supernatants. Supernatant cytokines IFN-γ, TNF-α,
IL-17A, IL-5, IL-13, IL-10 and IL-2 were analysed using a custom
multiplex assay and read on a Sector Imager 6000 from Meso
Scale Discovery (MSD). The cytokine levels detected in
unstimulated PBMC were subtracted from that of activated cells.
All concentrations were above zero, after adjustment for
background cytokine production as well.

FADS gene variants

Using a QIAamp DNA Blood Maxi Kit (Qiagen Inc.), DNA was
purified from blood samples of children and mothers and stored
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at −80°C. Genotyping was performed for both the child and the
mother, by high-throughput genome-wide SNP genotyping, using
the Illumina Infinium II HumanHap550 BeadChip technology
(Illumina) as described previously(28–30), and hereafter non-
assessed SNP were imputed using the 1000 genomes reference
CEU panel as previously described(31). Five candidate SNP were
chosen (rs174545, rs174546, rs174556, rs174561 and rs174575),
which were all shown to be associated with PUFA metabolism in
previous studies(24). The SNP rs174561 and rs174556 were in total
alignment and they were tightly linked to rs174545 and rs174575
as well (see online Supplementary Table S1). The rs174575 SNP
was the least well imputed (only 90% exact) and had the lowest
minor allele frequency, and thus there were only eight minor
allele homozygotes in our population. Thus, to reduce redun-
dancy, we considered only rs174546 and rs174556 – the two SNP
that were originally genotyped. These two SNP had a minor allele
frequency of 31 and 30%, respectively, and the lowest degree of
linkage disequilibrium (r2 0·778).

Data handling and statistics

From the COPSAC2000 cohort of 411 children, ninety infants
were excluded as they were not breast-fed for more than
1 month (n 38) or their mothers failed to provide a breast milk
sample (n 52). A further 190 infants did not have data on T-cell
immunology, leaving 131 infants with complete milk and T-cell
immunology data. Of these, genotyping data were unavailable
for twenty-two mothers, resulting in 109 with complete data
(online Supplementary Fig. S2).
Samples were handled in a random manner by the

researchers performing the laboratory analyses. Results are
presented as mean values and standard deviations or medians

and 25th, 75th percentiles for normally and non-normally dis-
tributed data, respectively. Due to non-normal distribution of
the cytokines, all correlations between breast milk PUFA, FADS
SNP, cytokines and T-cell distribution were tested using the
non-parametric Spearman method. SNP were analysed in
additive genetic models (effect per minor allele). For tables,
genotypes were converted to best-guess genotypes. The
statistical data analysis was performed with SPSS (version 20.0;
SPSS Inc.). To examine the patterns in the cytokine profile, we
used principal component analysis (PCA) performed using
Matlab (version 2013a; MathWorks) and subsequently used
the two first principal components as continuous variables.
Spearman correlations were also used to study correlations of
the PCA scores and the FA, T-cell count and SNP. The content of
individual fatty acids are presented as a percentage of total fatty
acids by weight (FA%). Microsoft Office Excel 2007 software
was used to create the heat-maps illustrating the correlation
patterns between breast milk PUFA, FADS SNP and cytokines.
The results were considered significant when P≤ 0·05.

Results

The baseline description of the study population compared
with the infants with incomplete data is shown in Table 1.

Infant immune profiles at 6 months of age

The T-cell phenotype distribution and mean ex vivo cytokine
production after polyclonal activation in infants at 6 months
of age are represented in Table 2. The overall infant cytokine
response was analysed using a multivariate PCA, and the two
principal components (PC1 and PC2) were found to explain

Table 1. Demographic characteristics of the studied infants and the rest of the Copenhagen Prospective Study of Asthma in Childhood (COPSAC2000)
birth cohort
(Mean values and standard deviations; number of subjects and percentages)

Included (n 131) Not included (n 280) P

Sex (% male) 51·1 48·6 0·627*
Gestational age (weeks, mean and SD) 39·95 1·61 39·88 1·55 0·634†
Birth weight (kg, mean and SD) 3·62 0·57 3·52 0·60 0·109†
Birth length (cm, mean and SD) 52·48 2·22 52·21 2·36 0·277†
Delivery (% natural, vacuum and caesarean) 62·6, 18·3 and 19·1 68·2, 10·4 and 21·4 0·080*
Apgar score at 5 min (% ≥9) 95·3 97·1 0·357*
Breast-fed period (weeks, mean and SD) 36·5 20·9 40·7 33·6 0·122†
Solely breast-fed period (weeks, mean and SD) 21·7 25·6 39·3 50·2 <0·001†
Breast-fed at blood sampling (% yes, n, %) 84 64·1 151 53·9 0·055*
Solely breast-fed at blood sampling (% yes, n, %) 13 9·9 12 4·3 0·044*
Ethnicity (% Caucasian) 96·9 96·4 0·787*
Mothers education (n, %)‡

Low 81 63·3 144 57·8 0·593*
Medium 31 24·2 69 27·7
University 16 12·5 36 14·5

Mothers occupation (n, %)
Unemployed 12 9·4 26 10·2 0·097*
Student 17 13·4 25 9·8
Non-professional 37 29·1 91 35·7
Professional 61 48·0 113 44·3

Mothers age (years, mean and SD) 29·73 4·25 30·17 4·68 0·364†
Fathers age (years, mean and SD) 31·71 5·00 31·52 5·25 0·730†

* Analysed by Pearson’s χ2 test.
† Analysed by independent sample t test.
‡ Low (elementary school or college graduate), medium (tradesman or medium length education), high (university candidate).
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74 and 8·5 % of the variation, respectively. PC1 separated the
infants based on the overall level of cytokines produced,
whereas PC2 segregated infants with a profile dominated by
IFN-γ (type-1) and IL-2 from infants with a profile associated
mainly with IL-5 and IL-13 (type-2), IL-17 (type-17) and IL-10
(regulatory cells) (Fig. 1(a)). We analysed the overall cytokine
profile in the infants in relation to the maternal FADS genotype
by colour-coding according to the rs174556 gene variants. Some
clustering of the infant cytokine profiles appeared to be based
on maternal FADS genotype, and PC1 (overall cytokine level)
correlated significantly with maternal gene variants of rs174556
(Fig. 1(b) and 2). The separation was, however, far from com-
plete and the associations were studied further by univariate
correlation analysis.

Table 2. Infant blood T-cell counts (as percentage of CD3+ cells) and
ex vivo-stimulated cytokine production (pg/ml) at 6 months of age
(Median values and 25th, 75th percentiles)

Median 25th, 75th percentile Minimum Maximum

%Tc 25·8 20·8, 31·5 11·3 43·1
%Th 66·8 61·8, 72·4 46·5 81·5
%Treg of Th 3·3 2·7, 4·0 0·8 6·7
IFN-γ 743 409, 1090 18·3 3270
IL-2 16 158 6914, 24 358 5·3 809 539
TNF-α 899 507, 1360 19·0 2303
IL-10 37·0 17·2, 68·4 1·0 247·3
IL-17 386 141, 685 2·5 5136
IL-5 8·0 2·7, 16·8 0·1 135·2
IL-13 207 87·8, 387 0·3 1069

Tc, cytotoxic T-cell; Th, T-helper cell; Treg, regulatory T-cell, IFN-γ, interferon-γ.
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Tc, cytotoxic T-cell; Th, T-helper cell; Treg, regulatory T-cell; GLA, γ-linolenic acid; dGLA, dihomo-γ-linolenic acid; AA, arachidonic acid.
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Maternal FADS SNP effects on immunological responses in
infants

All individual cytokines were negatively correlated with the
maternal FADS SNP (Fig. 2; online Supplementary Fig. S3), and
the correlations were significant for IL-17 v. both FADS as well
as for IL-10, IL-5 and PC1 (which is a score for all cytokine
productions) with rs174556. No significant correlation was
found between FADS SNP in the infants and the ex vivo-induced
cytokine production (Fig. 2).

Breast milk concentrations of PUFA

The overall fatty acid composition of breast milk was 42·0 (SD
4·3) FA% SFA, 40·5 (SD 3·4) FA% MUFA and the mean total
content of PUFA was 13·7 (SD 2·6) FA% with a n-6:n-3 PUFA
ratio of 6·0 (SD 1·8). The breast milk PUFA distribution was
associated with the maternal FADS SNP (Table 3), as minor
allele-carrying mothers of both SNP had lower AA levels in their
breast milk. The breast milk level of EPA was also decreased in
minor allele carriers of rs174546, and tended to be so for
rs174556, whereas no significant effects were seen on other

PUFA. Notably, none of the PUFA were found to be highest in
breast milk from minor allele carriers.

Breast milk PUFA and immunological response in infants

Univariate correlation analyses of breast milk PUFA and ex vivo-
produced cytokines revealed that generally breast milk PUFA
were inversely associated with cytokine production, except for
breast milk EPA, which was significantly associated with an
increased number of Tc and less Th and also associated
(although not significantly) with increased cytokine secretion
from activated T-cells (Fig. 2). AA was inversely correlated with
IL-10, IL-17, IL-5 and IL-13, and GLA was inversely correlated
with IL-17, IL-5 and IL-13.

When analysing correlations between the relative numbers of
Tc, Th and Treg in blood from the infants and maternal breast
milk PUFA, we found an overall negative correlation between all
breast milk PUFA and Treg counts, which was significant for
dGLA and total n-6 PUFA (Fig. 2; online Supplementary Fig. S3).
As expected, PUFA showed opposing correlations with %Tc and
%Th, but this was only significant for EPA, which was negatively

Table 3. Breast milk PUFA composition at 4 weeks postpartum in fatty acid desaturase (FADS) SNP major allele homozygotes (MM),
heterozygotes (Mm) and minor allele homozygotes (mm) (percentages by weight of all breast milk fatty acids)
(Mean values and standard deviations; if not normally distributed, median values and 25th, 75th percentiles)

mm Mm MM

rs174546 GG (n 15) CG (n 38) CC (n 56) P

LA* 0·342
Mean 9·29 9·57 10·04
SD 2·03 2·08 2·05

GLA† 0·12 0·08, 0·22 0·12 0·06, 0·19 0·16 0·09, 0·26 0·215
dGLA† 0·41 0·37, 0·49 0·41 0·31, 0·50 0·41 0·35, 0·45 0·927
AA* 0·001

Mean 0·49 0·55 0·63
SD 0·12 0·14 0·14

Total n-6 PUFA* 0·186
Mean 10·79 11·17 11·83
SD 2·26 2·23 2·27

ALA† 0·19 0·79, 1·33 1·33 1·02, 1·61 1·26 0·98, 1·48 0·502
EPA† 0·07 0·00, 0·10 0·10 0·07, 0·16 0·10 0·08, 0·15 0·028
DHA† 0·41 0·28, 0·47 0·46 0·31, 0·60 0·49 0·36, 0·66 0·124
Total n-3 PUFA† 1·93 1·49, 2·10 2·03 1·70, 2·55 2·08 1·71, 2·60 0·237

rs174556 TT (n 14) TC (n 37) CC (n 58)

LA* 0·443
Mean 9·17 9·72 9·95
SD 2·05 2·04 2·08

GLA† 0·13 0·09, 0·22 0·12 0·06, 0·20 0·16 0·09, 0·25 0·310
dGLA† 0·40 0·36, 0·50 0·41 0·31, 0·50 0·41 0·34, 0·45 0·942
AA* 0·001

Mean 0·50 0·54 0·62
SD 0·12 0·14 0·13

Total n-6 PUFA* 0·283
Mean 10·70 11·32 11·73
SD 2·32 2·19 2·30

ALA† 1·22 0·99, 1·39 1·35 0·98, 1·62 1·26 0·97, 1·47 0·649
EPA† 0·08 0·04, 0·10 0·09 0·07, 0·17 0·10 0·08, 0·15 0·071
DHA† 0·41 0·31, 0·48 0·44 0·30, 0·60 0·48 0·36, 0·65 0·209
Total n-3 PUFA2 1·94 1·51, 2·10 1·99 1·70, 2·55 2·08 1·71, 2·55 0·448

LA, linoleic acid; GLA, γ-linolenic acid; dGLA, dihomo-γ-linolenic acid; AA, arachidonic acid; ALA, α-linolenic acid.
* Statistical comparisons were performed by one-way ANOVA.
† Statistical comparisons were performed by the Kruskal–Wallis test.
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correlated with %Th and positively correlated with %Tc (Fig. 2;
online Supplementary Fig. S3). The combined cytokine profile
from PC1 (Fig. 1(a) and (b)) revealed a significant inverse cor-
relation with breast milk GLA and AA, whereas PC2 was posi-
tively correlated with dGLA, but not with any other of the studied
breast milk PUFA (Fig. 2; online Supplementary Fig. S3).

Discussion

Our results showed that infants of mothers carrying minor
alleles of FADS rs174556 had higher ex vivo-stimulated pro-
duction of IL-10, IL-17 and IL-5 from PBMC. We also found that
higher breast milk LCPUFA content was generally associated
with lower infant cytokine production. The association was
significant for AA and GLA levels as well as for IL-5 and IL-13,
IL-17 and IL-10, but not for IFN-γ. AA levels in breast milk were
associated with maternal FADS gene variants.
The main strength of our study is that, unlike most studies on

the role of PUFA in the regulation of infant immunological
responses, our study did not include oil supplementation, but
rather focused on maternal FADS genotype and natural LCPUFA
concentrations in breast milk. Thus, our study simulated a ran-
domised study using the genetic variants as a randomisation
variable independent of possible confounding factors (Mendelian
randomisation analysis). The accuracy of our findings would
have probably been improved if we had performed repeated
breast milk sampling to rule out short-term fluctuations
in LCPUFA content. Fluctuations are largest in the n-3 LCPUFA
that to a greater extent depend on the dietary intake(4), and thus
also are more prone to confounding. One limitation of our
study is the relatively small sample size. Moreover, the long-
term storage of PBMC have been shown to affect the ex vivo
cytokine responses(32), but as all samples were stored in the
same way and were found to have a viability >95 % they were
not likely to change the associations with maternal FADS and
breast milk PUFA.
We examined a large number of associations, but did not

correct for multiple testing due to the strong correlations
between the cytokines and between the SNP and LCPUFA,
which allows for treating them as non-independent variables;
instead, we focused on the consistency in the results to exclude
type-1 errors. A high consistency observed in the described
correlations is unlikely to be the effect of chance. The
same cytokines (IL-10, IL-5, IL-13 and IL-17) that showed to be
significantly associated with the GLA and/or AA were also
significantly associated (borderline tendency for IL-13) with
maternal SNP rs174556. Furthermore, we found more associa-
tions than that expected by chance.
The breast milk fatty acid composition was determined

prospectively 5 months before the assessment of the infant
cytokine profile and a shorter period or simultaneous mea-
surements might perhaps result in stronger associations.
However, the time gap indicates that the effect of infant
LCPUFA supply remains significant over time and that in utero
or early PUFA intake may have a programming effect on
the immune response. Randomised trials with maternal
n-3 LCPUFA supplementation indicate that the former could be
the most likely(33), whereas it cannot be neglected that more

long-lasting effects can be imposed on the immune system via
epigenetic changes, as was previously demonstrated for n-3
LCPUFA in the study by Lee et al.(11).

FADS variants affect lipid metabolism and levels of specific
PUFA and served here as a randomisation instrument, which
indicated that the observed effect of maternal polymorphism on
the child’s immunity could be due to changes in the breast milk
LCPUFA. Experimental studies are necessary to explore the
putative causal effect of this association. Although both the
associations between maternal FADS SNP and breast milk
AA and breast milk AA and infant ex vivo cytokine production
were more pronounced than associations with any of the other
LCPUFA, this does not necessarily indicate that the effect is due
to AA. Other studies on maternal FADS polymorphism and the
PUFA composition in breast milk also indicate that the content
of AA is influenced by FADS variants to a larger extent than that
of n-3 LCPUFA(34,35). A longitudinal study of FADS variants and
breast milk PUFA found significant associations with AA and the
AA:dGLA ratio, but no associations for n-3 LCPUFA(36).
However, Xie & Innis(37) reported that FADS minor allele
homozygotes had lower breast milk levels of both AA and EPA,
but one of the examined SNP also decreased DHA, and another
study reported lower proportions of breast milk DHA in FADS
minor allele homozygous mothers(22). FADS SNP have been
found to influence changes in the breast milk fatty acid com-
position during the course of lactation, as the concentrations of
SFA and trans-fatty acids increase markedly over time in the
milk of the minor allele-carrying mothers, whereas no effect
was seen on the time course in AA(36). Colostrum AA levels
have also been found to be decreased in minor allele carriers of
a number of FADS SNP, but a few of the SNP was also reported
to result in a decrease in colostrum DHA(22). Furthermore, our
recent study of FADS SNP and LCPUFA status in infants showed
that the effect of various SNP may differ and vary over time(38).
It is, therefore, not possible to determine either the timing of the
effect or the responsible LCPUFA from the current study.

Studies on the role of breast milk PUFA composition on
offspring health have shown conflicting results(39–41). Most of
the studies investigating the effect of dietary PUFA on infant
cytokine responses have focused on the effect of fish oil sup-
plementation. D’Vaz et al.(8) found that direct supplementation
of infants with fish oil from birth resulted in decreased Th2
responses (IL-13 and IL-5) to allergens, and an increased
polyclonal Th1 response as seen by increased IFN-γ and TNF-α,
but no effect was seen on the IL-17 in response to mitogenic
stimulation of PBMC at 6 months of age. Another study on a fish
oil supplementation of healthy infants from 9 to 12 months of
age demonstrated higher IFN-γ levels and a tendency for
lower IL-10 production in stimulated whole-blood cultures(42).
An increased production of IFN-γ was also observed in
lipopolysaccharide-stimulated whole-blood cultures from
2·5-year-old children of mothers supplemented with fish oil
during the first 4 months of lactation, but there was no differ-
ence in IL-10 production(43). In the present study, we observed
significant changes in the production of IL-17, IL-5 and IL-13,
which all correlated negatively with breast milk AA and GLA.
EPA was associated with an increase in the serum Tc% and a
concomitant decrease in Th as well as with an overall, although
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insignificant, increase in the infant cytokine production. As
Tc% also correlated positively with IFN-γ levels, it could be
speculated that EPA may have an effect on T-cell immunology
in the same direction as observed in the fish oil supplementa-
tion studies. However, with the indicated opposing effect of
EPA and AA and the enhancement of both EPA and AA by
maternal FADS genotypes, it will presumably be difficult to
observe a significant effect of EPA under non-supplemented
conditions. Regarding the potential effect of n-3 LCPUFA, the
fact that the association with cytokine production was mainly
seen for EPA – rather than for DHA – does not mean that only
EPA is promoting the effect, as EPA could merely be a better
indicator of the variation in n-3 LCPUFA metabolism.
Studies have indicated an association between infant FADS

variants and the development of eczema and asthma(25,44,45).
These variants have similarly been shown to alter the associa-
tion between breast-feeding and risk of childhood asthma as
well as the impact of dietary fatty acids on the risk of asthma,
which has been shown to be the strongest among homozygous
major allele carriers(24,25). We speculate that the altered capacity
of cytokine secretion might influence predisposition for the
development of immune-mediated diseases such as asthma. We
have observed the association of breast milk PUFA to be the
strongest with regard to reduction of the cytokines mostly
attributed to the activity of type-2, type-17 and regulatory
responses as opposed to those from type-1 responses.
Aberrant type-2 cell responses are commonly associated with
asthmatic inflammation, and additionally the type-17 cytokines
have been shown to enhance type-2 cell-mediated allergic
inflammation, contributing to severe asthma(46). Our results,
therefore, suggest that the decrease of asthma and allergy risk
by LCPUFA supply could be due to reduced type-2 and
type-17 activity in early life.
In conclusion, our results indicate that maternal FADS SNP

through a higher infant supply of LCPUFA are associated
with a decrease in the production of cytokines related to type-2,
type-17 and regulatory immune activity in the infant. Further-
more, our results indicate that breast milk n-6 and n-3 LCPUFA
may have opposite effects and that breast milk n-3 LCPUFA
stimulate overall infant cytokine production. By changing the
type of the immune cell response, infant LCPUFA supply could
modulate the susceptibility of the child to immune disorders
such as asthma and allergies; however, further studies are
necessary to elucidate the mechanisms.

Acknowledgements

The authors gratefully express their gratitude to the children
and families of the COPSAC2000 cohort study for all their sup-
port and commitment. They acknowledge and appreciate the
unique efforts of the COPSAC research team.
COPSAC is funded by private and public research funds listed

on www.copsac.com. The Lundbeck Foundation; The Danish
Strategic Research Council; the Pharmacy Foundation of 1991;
Augustinus Foundation; the Danish Medical Research Council;
and The Danish Pediatric Asthma Centre provided the core
support to COPSAC research centre. This study was supported
by European Academy of Allergy and Clinical Immunology

(EAACI) through the fellowship award programme. No phar-
maceutical company was involved in the study. The funding
agencies did not have any role in the design and conduct of the
study; collection, management and interpretation of the data; or
preparation, review or approval of the manuscript.

H. B. was responsible for the design, initiation and conduct of
the COPSAC2000 cohort. L. L., H. B., S. Bi., S. Br. and E. K.-M.
designed the present sub-study. J. M. L. conducted the PBMC
activation analyses. M. M. and S. Bi. was responsible for the
statistical analyses. M. M. and L. L. drafted the manuscript. All
the authors contributed to writing of the manuscript, the
analyses and interpretation of the data, and have provided
important intellectual input and approval of the final version of
the manuscript. The corresponding author had full access to the
data and had the final responsibility for the decision to submit
the manuscript for publication.

None of the authors has conflicts of interest to declare.

Supplementary material

For supplementary material/s referred to in this article, please
visit http://dx.doi.org/10.1017/S0007114515002561

References

1. Lauritzen L & Carlson SE (2011) Maternal fatty acid status
during pregnancy and lactation and relation to newborn and
infant status. Matern Child Nutr 7, Suppl. 2, 41–58.

2. Funk CD (2001) Prostaglandins and leukotrienes: advances in
eicosanoid biology. Science 294, 1871–1875.

3. Das UN (2009) Lipoxins, resolvins, protectins, maresins, and
nitrolipids: connecting lipids, inflammation, and cardiovas-
cular disease risk. Curr Cardiovasc Risk Rep 4, 24–31.

4. Lauritzen L, Jørgensen MH, Hansen HS, et al. (2002)
Fluctuations in human milk long-chain PUFA levels in relation
to dietary fish intake. Lipids 37, 237–244.

5. Caspi A, Williams B, Kim-Cohen J, et al. (2007) Moderation of
breastfeeding effects on the IQ by genetic variation in fatty
acid metabolism. Proc Natl Acad Sci U S A 104, 18860–18865.

6. Steer CD, Davey Smith G, Emmett PM, et al. (2010) FADS2
polymorphisms modify the effect of breastfeeding on child IQ.
PLoS ONE 5, e11570.

7. Das UN (2004) Perinatal supplementation of long-chain
polyunsaturated fatty acids, immune response and adult
diseases. Med Sci Monit 10, HY19–HY25.

8. D’Vaz N, Meldrum SJ, Dunstan JA, et al. (2012) Fish oil
supplementation in early infancy modulates developing infant
immune responses. Clin Exp Allergy 42, 1206–1216.

9. Gottrand F (2008) Long-chain polyunsaturated fatty acids influ-
ence the immune system of infants. J Nutr 138, 1807S–1812S.

10. Furuhjelm C, Jenmalm MC, Fälth-Magnusson K, et al. (2011)
Th1 and Th2 chemokines, vaccine-induced immunity, and
allergic disease in infants after maternal ω-3 fatty acid
supplementation during pregnancy and lactation. Pediatr Res
69, 259–264.

11. Lee H-S, Barraza-Villarreal A, Hernandez-Vargas H, et al. (2013)
Modulation of DNA methylation states and infant immune
system by dietary supplementation with ω-3 PUFA during
pregnancy in an intervention study. Am J Clin Nutr 98, 480–487.

12. Djelti F, Merzouk H, Merzouk SA, et al. (2015) In vitro effects
of oil’s fatty acids on T cell function in gestational diabetic
pregnant women and their newborns. J Diabetes 7, 512–522.

Breast milk lipids and infant immune response 897

https://doi.org/10.1017/S0007114515002561  Published online by Cam
bridge U

niversity Press

www.copsac.�com
http://dx.doi.org/10.1017/S0007114515002561
https://doi.org/10.1017/S0007114515002561


13. Hoppu U, Isolauri E, Laakso P, et al. (2012) Probiotics and
dietary counselling targeting maternal dietary fat intake
modifies breast milk fatty acids and cytokines. Eur J Nutr 51,
211–219.

14. Imhoff-Kunsch B, Stein AD, Villalpando S, et al. (2011)
Docosahexaenoic acid supplementation from mid-pregnancy to
parturition influenced breast milk fatty acid concentrations at
1 month postpartum in Mexican women. J Nutr 141, 321–326.

15. Valentine CJ, Morrow G, Pennell M, et al. (2013) Randomized
controlled trial of docosahexaenoic acid supplementation in
midwestern U.S. human milk donors. Breastfeed Med 8,
86–91.

16. Nasser R, Stephen AM, Goh YK, et al. (2010) The effect of a
controlled manipulation of maternal dietary fat intake on
medium and long chain fatty acids in human breast milk in
Saskatoon, Canada. Int Breastfeed J 5, 3.

17. Moltó-Puigmartí C, Plat J, Mensink RP, et al. (2010) FADS1
FADS2 gene variants modify the association between fish
intake and the docosahexaenoic acid proportions in
human milk. Am J Clin Nutr 91, 1368–1376.

18. Lattka E, Illig T, Koletzko B, et al. (2010) Genetic variants of
the FADS1 FADS2 gene cluster as related to essential fatty acid
metabolism. Curr Opin Lipidol 21, 64–69.

19. Lawlor DA, Harbord RM, Sterne JAC, et al. (2008) Mendelian
randomization: using genes as instruments for making causal
inferences in epidemiology. Stat Med 27, 1133–1163.

20. Moltó-Puigmartí C, Jansen E, Heinrich J, et al. (2013) Genetic
variation in FADS genes and plasma cholesterol levels in
2-year-old infants: KOALA Birth Cohort Study. PLOS ONE 8,
e61671.

21. Standl M, Lattka E, Stach B, et al. (2012) FADS1 FADS2 gene
cluster, PUFA intake and blood lipids in children: results from
the GINIplus and LISAplus studies. PLOS ONE 7, e37780.

22. Morales E, Bustamante M, Gonzalez JR, et al. (2011) Genetic
variants of the FADS gene cluster and ELOVL gene family,
colostrums LC-PUFA levels, breastfeeding, and child cogni-
tion. PLoS ONE 6, e17181.

23. Martin NW, Benyamin B, Hansell NK, et al. (2011) Cognitive
function in adolescence: testing for interactions between
breast-feeding and FADS2 polymorphisms. J Am Acad Child
Adolesc Psychiatry 50, 55–62 (e4).

24. Standl M, Sausenthaler S, Lattka E, et al. (2011) FADS gene
variants modulate the effect of dietary fatty acid intake on
allergic diseases in children. Clin Exp Allergy 41, 1757–1766.

25. Standl M, Sausenthaler S, Lattka E, et al. (2012) FADS gene
cluster modulates the effect of breastfeeding on asthma. Results
from the GINIplus and LISAplus studies. Allergy 67, 83–90.

26. Bisgaard H (2004) The Copenhagen Prospective Study on
Asthma in Childhood (COPSAC): design, rationale, and base-
line data from a longitudinal birth cohort study. Ann Allergy
Asthma Immunol 93, 381–389.

27. Lauritzen L, Halkjaer LB, Mikkelsen TB, et al. (2006) Fatty acid
composition of human milk in atopic Danish mothers. Am J
Clin Nutr 84, 190–196.

28. Paternoster L, Standl M, Chen C-M, et al. (2012) Meta-analysis
of genome-wide association studies identifies three new risk
loci for atopic dermatitis. Nat Genet 44, 187–192.

29. Bradfield JP, Taal HR, Timpson NJ, et al. (2012) A genome-
wide association meta-analysis identifies new childhood
obesity loci. Nat Genet 44, 526–531.

30. Taal HR St, Pourcain B, Thiering E, et al. (2012) Common
variants at 12q15 and 12q24 are associated with infant head
circumference. Nat Genet 44, 532–538.

31. Kreiner-Møller E, Bisgaard H & Bønnelykke K (2014) Prenatal
and postnatal genetic influence on lung function develop-
ment. J Allergy Clin Immunol 134, 1036–1042 (e15).

32. Germann A, Oh Y-J, Schmidt T, et al. (2013) Temperature
fluctuations during deep temperature cryopreservation reduce
PBMC recovery, viability and T-cell function. Cryobiology 67,
193–200.

33. Klemens CM, Berman DR & Mozurkewich EL (2011)
The effect of perinatal omega-3 fatty acid supplementation
on inflammatory markers and allergic diseases: a
systematic review. BJOG 118, 916–925.

34. Sergeant S, Hugenschmidt CE, Rudock ME, et al. (2012)
Differences in arachidonic acid levels and fatty acid desatur-
ase (FADS) gene variants in African Americans and European
Americans with diabetes or the metabolic syndrome. Br J Nutr
107, 547–555.

35. Mathias RA, Vergara C, Gao L, et al. (2010) FADS genetic
variants and omega-6 polyunsaturated fatty acid metabolism
in a homogeneous island population. J Lipid Res 51,
2766–2774.

36. Lattka E, Rzehak P, Szabó É, et al. (2011) Genetic variants in
the FADS gene cluster are associated with arachidonic acid
concentrations of human breast milk at 1·5 and 6 mo post-
partum and influence the course of milk dodecanoic, tetra-
cosenoic, and trans-9-octadecenoic acid concentrations over
the duration of lactation. Am J Clin Nutr 93, 382–391.

37. Xie L & Innis SM (2008) Genetic variants of the FADS1 FADS2
gene cluster are associated with altered (n-6) and (n-3)
essential fatty acids in plasma and erythrocyte phospholipids
in women during pregnancy and in breast milk during lacta-
tion. J Nutr 138, 2222–2228.

38. Harsløf LBS, Larsen LH, Ritz C, et al. (2013) FADS genotype
and diet are important determinants of DHA status: a
cross-sectional study in Danish infants. Am J Clin Nutr 97,
1403–1410.

39. Guilbert TW & Wright AL (2012) Does breastfeeding impact
lung function and asthma risk? Am J Respir Crit Care Med 185,
801–802.

40. Giwercman C, Halkjaer LB, Jensen SM, et al. (2010) Increased
risk of eczema but reduced risk of early wheezy disorder from
exclusive breast-feeding in high-risk infants. J Allergy Clin
Immunol 125, 866–871.

41. Mandhane PJ, Greene JM & Sears MR (2007) Interactions
between breast-feeding, specific parental atopy, and sex on
development of asthma and atopy. J Allergy Clin Immunol
119, 1359–1366.

42. Damsgaard CT, Lauritzen L, Kjaer TMR, et al. (2007) Fish oil
supplementation modulates immune function in healthy
infants. J Nutr 137, 1031–1036.

43. Lauritzen L, Kjaer TMR, Fruekilde M-B, et al. (2005) Fish oil
supplementation of lactating mothers affects cytokine pro-
duction in 2 1/2-year-old children. Lipids 40, 669–676.

44. Lattka E, Illig T, Heinrich J, et al. (2009) FADS gene cluster
polymorphisms: important modulators of fatty acid levels and
their impact on atopic diseases. J Nutrigenet Nutrigenomics 2,
119–128.

45. Chisaguano AM, Montes R, Pérez-Berezo T, et al. (2013) Gene
expression of desaturase (FADS1 and FADS2) and Elongase
(ELOVL5) enzymes in peripheral blood: association with
polyunsaturated fatty acid levels and atopic eczema in 4-year-
old children. PLOS ONE 8, e78245.

46. Nakajima H & Hirose K (2010) Role of IL-23 and Th17 cells in
airway inflammation in asthma. Immune Netw 10, 1–4.

898 M. Muc et al.

https://doi.org/10.1017/S0007114515002561  Published online by Cam
bridge U

niversity Press

https://doi.org/10.1017/S0007114515002561

	Maternal fatty acid desaturase genotype correlates with infant immune responses at 6�months
	Methods
	Cohort
	Breast milk samples
	T-cell phenotyping
	Polyclonal T-�cell activation and cytokine analysis
	FADS gene variants
	Data handling and statistics

	Results
	Infant immune profiles at 6�months of age

	Table 1Demographic characteristics of the studied infants and the rest of the Copenhagen Prospective Study of Asthma in Childhood (COPSAC2000) birth cohort(Mean values and standard deviations; number of subjects and percentages)
	Maternal FADS SNP effects on immunological responses in infants

	Table 2Infant blood T-�cell counts (as percentage of CD3�&#x002B;� cells) and ex�vivo-stimulated cytokine production (pg&#x002F;ml) at 6�months of age(Median values and 25th, 75th percentiles)
	Fig. 2.Heat-map illustrating the patterns in correlations between breast milk PUFA, maternal and infant fatty acid desaturase variants (rows) and ex�vivo-induced cytokines, T-�cell counts, as well as combined cytokine profiles from principal component (PC
	Fig. 1.Multivariate principal component analysis of cytokines produced by ex�vivo stimulation of infant peripheral blood mononuclear cells at 6�months of age. The data are shown as the score plot displaying the dispersion of each individual (as each dot r
	Breast milk concentrations of PUFA
	Breast milk PUFA and immunological response in infants

	Table 3Breast milk PUFA composition at 4�weeks postpartum in fatty acid desaturase (FADS) SNP major allele homozygotes (MM), heterozygotes (Mm) and minor allele homozygotes (mm) (percentages by weight of all breast milk fatty acids)(Mean values and standa
	Discussion
	Acknowledgements
	ACKNOWLEDGEMENTS
	References
	References


