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SUMMARY 

Omega-3 fatty acids (n-3 polyunsaturated fatty acids; n-3 PUFAs) are essential for the 

functional maturation of the brain. Westernization of dietary habits in both developed and 

developing countries is accompanied by a progressive reduction in dietary intake of n-3 

PUFAs. Low maternal intake of n-3 PUFAs has been linked to neurodevelopmental diseases 

in epidemiological studies, but the mechanisms by which a n-3 PUFA dietary imbalance 

affects CNS development are poorly understood. Active microglial engulfment of synaptic 

elements is an important process for normal brain development and altered synapse 

refinement is a hallmark of several neurodevelopmental disorders. Here, we identify a 

molecular mechanism for detrimental effects of low maternal n-3 PUFA intake on 

hippocampal development. Our results show that maternal dietary n-3 PUFA deficiency 

increases microglial phagocytosis of synaptic elements in the developing hippocampus, 

through the activation of 12/15- lipoxygenase (LOX)/12-HETE signaling, which alters 

neuronal morphology and affects cognition in the postnatal offspring. While women of child 

bearing age are at higher risk of dietary n-3 PUFA deficiency, these findings provide new 

insights into the mechanisms linking maternal nutrition to neurodevelopmental disorders. 

 

One Sentence Summary: Low maternal omega-3 fatty acids intake impairs microglia-

mediated synaptic refinement via 12-HETE pathway in the developing brain. 
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INTRODUCTION 

Lipids are one of the main constituents of the central nervous system (CNS). Among these, 

arachidonic acid (AA, 20:4n-6) and docosahexaenoic acid (DHA, 22:6n-3) are the principal 

forms of the long chain (LC) polyunsaturated fatty acids, omega-6 and omega-3 (referred to 

as n-6 or n-3 PUFAs) of the grey matter (Sastry, 1985). These two LC PUFAs are found 

predominantly in the form of phospholipids and constitute the building blocks of brain cell 

membranes1,2. AA and DHA are either biosynthesized from their respective dietary 

precursors, linoleic acid (LA, 18:2n-6) and α-linolenic acid (ALA, 18:3n-3), or directly 

sourced from the diet (mainly meat and dairy products for AA, fatty fish for DHA)3,4. In 

addition, AA and DHA are crucial for cell signaling through a variety of bioactive mediators. 

These mediators include oxylipins derived from cyclooxygenases (COX), lipoxygenases 

(LOX) and cytochrome P450 (CYP) pathways1 that are involved in the regulation of 

inflammation and phagocytic activity of immune cells5–11. An overall increase in the dietary 

LA/ALA ratio and a reduction in LC n-3 PUFA intake, as found in the Western diet, leads to 

reduced DHA and increased AA levels in the brain4,12.  

DHA is essential for the functional maturation of brain structures13. Low n-3 PUFA 

consumption globally14 has raised concerns about its potential detrimental effects on the 

neurodevelopment of human infants15 and the incidence of neurodevelopmental diseases such 

as Autism Spectrum Disorder (ASD) and schizophrenia16,17.  

To understand the mechanisms by which n-3/n-6 PUFA imbalance affects CNS development, 

we investigated the impact of maternal dietary n-3 PUFA deficiency on offspring’s microglia, 

the resident immune cells involved in CNS development and homeostasis18. Microglia are 

efficient phagocytes of synaptic material and apoptotic cells, which are key processes in the 

developing brain19–23. Specifically, once neuronal circuits are established, microglia 

contribute to the refinement of synaptic connections by engulfing synaptic elements in early 
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post-natal life, in a fractalkine- and complement cascade-dependent manner24–29. This 

refinement is important for behavioral adaptation to the environment27,30–33.  

We have previously reported that a maternal dietary n-3 PUFA deficiency alters the 

microglial phenotype and reduces their motility in the developing hippocampus34. Therefore, 

we investigated the effect of maternal (i.e. gestation and lactation) n-3 PUFA deficiency on 

microglial function and its consequences on hippocampal development. Using 

multidisciplinary approaches, we reveal that maternal exposure to an n-3 PUFA deficient diet 

impairs offspring’s microglial homeostatic signature and phagocytic activity, and neuronal 

circuit formation, resulting in behavioral abnormalities. N-3 PUFA deficiency drives 

excessive microglial phagocytosis of synaptic elements through the oxylipin 12/15-LOX/12-

HETE pathway and is a key mechanism contributing to microglia-mediated synaptic 

remodeling in the developing brain. These results highlight the impact of bioactive lipid 

mediators on brain development and identify imbalanced nutrition as a potent environmental 

risk factor for neurodevelopmental disorders. 

 

 

RESULTS 

Maternal dietary n-3 PUFA deficiency alters the morphology of hippocampal neurons 

and hippocampal-mediated spatial working memory 

The hippocampus plays an essential role in learning and memory, with the neurons of the 

CA1 region required for spatial working memory35.  Therefore, we assessed the effects of 

maternal dietary n-3 PUFA deficiency on neuronal morphology in the offspring hippocampus 

CA1 using Golgi-Cox staining at post-natal day (P)21. Dendritic spine density of Golgi-

stained CA1 pyramidal neurons was significantly decreased in n-3 deficient mice compared to 
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n-3 sufficient mice (Figure 1A-B). This was associated with a decrease in the length of 

dendrites, whereas the complexity of dendritic arborization was unchanged (Figure 1A-B). 

Western blot analyses on whole hippocampi showed a significant decrease in the expression 

of the post-synaptic scaffold proteins PSD-95 and Cofilin, but not of SAP102, in n-3 deficient 

vs. n-3 sufficient mice (Figure 1C-D). AMPA and NMDA subunit expression levels were 

unaffected (Supplementary Figure 1A-B). In the Y-maze task, a hippocampus-dependent test 

assessing spatial working memory, n-3 deficient mice were unable to discriminate between 

the novel and familiar arms of the maze, unlike the n-3 sufficient mice (Figure 1E). These 

data show that maternal n-3 PUFA deficiency disrupts early-life (P21) spine density, neuronal 

morphology and alters spatial working memory. 

 

Maternal dietary n-3 PUFA deficiency increases microglia-mediated synaptic loss 

As microglia phagocytose pre- and post-synaptic elements to shape neural networks24,25,27–29, 

we used electron microscopy (EM) to analyze, at high spatial resolution, microglia–synapse 

interactions in the hippocampal CA1 region of n-3 deficient vs. n-3 sufficient mice (Figure 

2A-B). At P21, i.e. at the peak of hippocampal synaptic pruning36, we found significantly 

more contacts between Iba1-positive microglial processes and the synaptic cleft and more 

dendritic spine inclusions within those processes in n-3 deficient mice (Figure 2B). Microglial 

processes from n-3 deficient mice contained more inclusions within endosomes such as spines 

and other cellular elements, along with a reduced accumulation of debris in the extracellular 

space, thus suggesting an increase in phagocytic activity27 (Figure 2A-B). This was not due to 

changes in microglial process size, as diet did not affect process morphology (Supplementary 

Figure 2A). In addition, confocal imaging and 3D reconstruction of microglia showed that 

PSD95-immunoreactive puncta within Iba1-positive microglia were more abundant in the 
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hippocampus of n-3 deficient mice, corroborating the EM data (Figure 2C-D). To provide 

further support to this increase in microglial phagocytosis, we stimulated ex vivo hippocampal 

microglia from n-3 deficient vs. n-3 sufficient P21 mice with pHrodo E.Coli bioparticles. The 

results revealed that the percentage of phagocytic microglia is significantly higher in n-3 

deficient mice across the time points studied (Figure 2E-F; Supplementary Figure 2B). 

Increased microglial phagocytosis in the hippocampus was not a compensation to a decrease 

in microglial density, as there were no differences in microglial density assessed by 

stereological counting in the different hippocampal sub-regions, including the CA1 

(Supplementary Figure 2C-D). 

Enhanced microglial phagocytic activity was also not linked to an increase in cell death, as 

the volume of the hippocampus, number of neurons and astrocytes, number of apoptotic cells 

and expression of pro-apoptotic protein Bax and anti-apoptotic protein Bcl-2 were not 

different between diets (Supplementary Figure 3A-F). Furthermore, it is unlikely that n-3 

PUFA deficiency-induced increases in phagocytosis resulted from brain infiltration of 

peripherally-derived macrophages37. This is consistent with the observation that maternal n-3 

PUFA deficiency did not modulate the number of CD11b-high/CD45-high cells within the 

whole brain (Supplementary Figure 3G) and that the blood-brain barrier was intact in both 

diet groups as revealed by the expression of Claudin-5 and GFAP as well as IgG extravasation 

(Supplementary Figure 3H-M). 

 

Maternal dietary n-3 PUFA deficiency dysregulates microglial homeostasis 

During brain development, microglia display a unique transcriptomic signature that supports 

their physiological functions, including in synaptic refinement38. Therefore, we investigated 

whether and how n-3 PUFA deficiency modulates the homeostatic molecular signature of 

microglia isolated from n-3 deficient vs. n-3 sufficient mouse brains. Using a Nanostring-
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based mRNA chip containing 550 microglia-enriched genes39, 154 of these genes were found 

to be significantly down-regulated and 41 genes up-regulated in microglia from n-3 deficient 

mice whole brains (Figure 2G-J, Table 3). Among the 40 genes reported to be unique to 

homeostatic microglia by 39, 20 were significantly dysregulated, indicating that maternal n-3 

PUFA deficiency alters homeostatic functions of microglia (Figure 2G). We next sought to 

define the diet-specific microglial phenotype by assessing patterns of gene co-expression 

using unbiased network analysis software, Miru40. The utility of identifying gene expression 

patterns and transcriptional networks underpinning common functional pathways in microglia 

has been previously described41. Using a Markov clustering algorithm to non-subjectively 

subdivide our data into discrete sets of co-expressed genes, we found three major clusters of 

genes that were differentially regulated in n-3 deficient mice (Figure 2I-J). The mean 

expression profiles of these three clusters showed that clusters 1 (microglial homeostatic 

signature) and 2 (fatty acid uptake, transport and metabolism) contained genes whose 

expression was relatively lower in the n-3 deficient group as compared to n-3 sufficient group. 

In contrast, cluster 3 (innate immune response and inflammation) contained genes with 

relatively greater expression in n-3 deficient mice (Figure 2J). These results show that an n-3 

PUFA deficient diet dysregulates microglial homeostasis and increases microglial immune 

and inflammatory pathways during development. 

 

Lipid changes in microglia, not in synaptic elements, exacerbate phagocytosis after 

maternal dietary n-3 PUFA deficiency  

N-3 PUFA deficient diets cause lipid alterations in whole brain tissue42, yet it is unclear to 

what extent individual cell types or cell compartments incorporate these changes. To assess 

this, we profiled the lipid composition of microglia and synaptosomes isolated from n-3 

sufficient and n-3 deficient mice (Figure 3A-B). We observed that maternal n-3 PUFA 
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deficiency significantly altered the lipid profile of both microglia and synaptosomes, with an 

increase in n-6 fatty acids and a decrease in n-3 fatty acids (Figure 3A-B). Moreover, DHA 

was decreased in microglia from n-3 deficient mice (Figure 3A), while C22:5n-6 (or DPA n-

6), the n-6-derived structural equivalent of DHA, was increased as a marker of n-3 PUFA 

deficiency12,43 (Figure 3A). Total AA was not significantly modified by the diet in microglia 

(Figure 3A), unlike total AA levels in the whole hippocampus (Supplementary Figure 4). In 

synaptosomes, total AA level was not changed but total DHA level was significantly 

decreased and DPA n-6 inversely increased, as observed in microglia (Figure 3B). 

Synaptosomes contain a wider array of fatty acids and more of them were significantly 

modified by the diet, such as the saturated fatty acid (SFA) stearic acid (18:0), and the 

monounsaturated fatty acid (MUFA) oleic acid (18:1 n-9). Overall, our results show that lipid 

profiles of both microglia and synaptosomes are altered by low maternal n-3 PUFA intake, 

displaying similarities and discrepancies (Figure 3A-B). 

To directly evaluate the effect of microglial and synaptosome lipid alterations on microglial 

phagocytic activity, we developed an ex vivo assay in which we exposed freshly isolated n-3 

sufficient or n-3 deficient microglia to n-3 sufficient or n-3 deficient pHrodo-labelled 

synaptosomes (Figure 3C). We measured microglial phagocytic activity based on the level of 

cellular accumulated pHrodo fluorescence (Figure 3C). Phagocytosis was significantly 

increased in microglia from n-3 deficient mice, independent of the lipid profile of the 

synaptosome (Figure 3C). These data show that both microglial and synaptosome lipid 

profiles are modified by maternal n-3 PUFA deficiency, but changes in microglial lipid 

composition drive the exacerbation of microglia-mediated synaptic loss.  

 

Enhancement of microglia-mediated synaptic refinement by maternal PUFA deficiency 

is phosphatidyl serine (PS) recognition-independent 
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Microglia possess a number of phagocytic receptors to eliminate neuronal elements, notably 

by binding to externalized phosphatidyl serine (PS) at the surface of neurons19,44,45. Since 

PUFAs are the main constituents of membrane phospholipids, we assessed whether microglial 

phagocytic activity was enhanced through phosphatidyl serine (PS) recognition (Figure 4). 

First, we showed that cell-surface PS, stained with annexin-V, was unchanged between diets 

in the hippocampus (Figure 4A). We also quantified the expression levels of the microglial 

PS-binding protein milk fat globule EGF factor 8 (MFG-E8), which binds and activates a 

vitronectin receptor (VNR), TAM receptor tyrosine kinases (MER and Axl), triggering 

receptor expressed on myeloid cells-2 (TREM2) and CD3319,44,45. Only MFG-E8 expression 

level was significantly increased by maternal n-3 PUFA dietary deficiency (Figure 4B-G). We 

administered a blocking peptide cRGD which inhibits the interaction between MFG-E8 and 

VNR vs a scrambled control (sc-cRGD), to standard chow-fed animals and quantified the 

expression of the post-synaptic protein PSD-95. Under standard conditions, inhibiting MFG-

E8 activity increased PSD-95 protein expression (Supplementary Figure 5). However, when 

the same approach was used in n-3 deficient vs n-3 sufficient mice, blocking MFG-E8 action 

on microglia did not prevent the reduction in PSD-95 expression in the hippocampus of n-3 

deficient mice (Figure 4H). These results indicate that modulation of the microglial 

phagocytic capacity by early-life PUFAs is PS recognition-independent.   

 

Maternal n-3 PUFA deficiency alters neuronal morphology and working spatial memory 

in a complement-dependent manner  

Recently, the classical complement cascade has been described as a key mediator of microglia 

synaptic refinement in the developing brain25,46,47. Moreover, our EM data revealed more 

spine inclusions within microglia and more contacts between these cells and the synaptic cleft 

(Figure 2A-B). Thus, we explored the implication of the complement cascade in the 
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exacerbation of microglia-mediated synaptic refinement observed in n-3 deficient mice. 

Protein expression levels of CD11b (a subunit of CR3) and C1q were significantly increased 

in the hippocampus CA1 and DG in n-3 deficient mice (Figure 5A-B, D-E). CD11b gene 

expression was also enhanced in these mice (Supplementary Figure 6C). Cleavage of C3 not 

only releases the opsonin C3b, but can also release the anaphylactic peptide C3a, which 

modulates microglial phagocytosis by acting on the receptor C3aR48. Our analyses also 

revealed a significantly increased density of C3aR immunostaining in the whole hippocampus 

of n-3 deficient mice, corroborating microglia transcriptomic data (Table 3). (Figure 5C,F; 

Table 3). The C3aR-positive cells were uniformly distributed throughout the hippocampus, 

including the CA1. Expression levels of Cx3cr1, Cx3cl1 and Tgfb, all involved in microglia-

mediated synaptic pruning24,25,49, were found to be increased in the whole hippocampus of n-3 

deficient mice (Supplementary Figure 6). Finally, we quantified the C3 protein on freshly 

extracted hippocampus synaptosomes from n-3 deficient and n-3 sufficient mice using an 

ELISA assay. We found higher amounts of C3 under n-3 PUFA deficiency (Figure 5G). 

These findings indicate that low n-3 PUFA intake alters the developmental expression of 

complement cascade proteins both in microglia and at the synapse.  

To test whether proper neuronal function could be restored by acting on the complement 

pathway in vivo, we antagonized CR3 activation in n-3 deficient mice. We first confirmed that 

a CR3 antagonist XVA-143, blocked n-6 PUFA (AA) induced increases in phagocytosis in 

vitro (Supplementary Figure 7A-D). We then administered the CR3 antagonist, XVA-14350 in 

vivo in the hippocampus four days before assessing the expression of the post-synaptic protein 

PSD95 at P21. Antagonizing CR3 prevented PSD-95 expression decrease in the hippocampus 

of n-3 deficient mice (Figure 5H). Injection of XVA-143 also restored optimal memory 

abilities in n-3 deficient mice in the Y-maze task (Figure 5I). These results show that 

complement activation increases microglia-mediated synaptic refinement when dietary n-3 
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PUFAs are low. Thus, a global increase in C3/CR3 interaction may account for the altered 

neuronal function observed in the hippocampus of n-3 deficient mice.  

 

Maternal n-3 PUFA deficiency alters microglial PUFA metabolism in the offspring 

Our data suggest that n-3 PUFA deficiency specifically drives exacerbated microglial 

phagocytosis (Figure 3). Therefore, we assessed whether microglial PUFA metabolism was 

driving their phagocytic activity. Microglia isolated from n-3 deficient mice had higher levels 

of free, unesterified, AA and lower quantities of free EPA, as determined by high-

performance liquid chromatography with tandem mass spectrometry (LC-MS-MS) (Figure 

6A). When unesterified from the cellular membrane, free PUFAs are rapidly converted to 

bioactive mediators (or oxylipins) with potential effects on microglial cells1,7,8,51–54. 

Interestingly, microglia from n-3 deficient animals presented greater levels of AA-derived 

bioactive mediators and lower amounts of DHA- and EPA-derived mediators (Figure 6B). 

Four AA-derived oxylipins were significantly increased by maternal n-3 PUFA deficiency: 

trioxilins TRXA3 and TRXB3, 8-HETE, 12-HETE, while three EPA-derived species were 

significantly decreased: +/-11-HEPE, 15S-HEPE and LTB5 and DHA-derived 17SHDoHE 

was also reduced (p=0.0957) (Figure 6C). Hence, we show for the first time the post-natal 

microglia oxylipin signature in the context of low maternal n-3 PUFA intake and that it is 

modified by the dietary content in n-3 PUFAs. 

 

Activation of a 12/15-LOX/12-HETE signaling pathway increases microglial phagocytic 

activity under maternal n-3 PUFA deficiency 

We continued to dissect the molecular mechanisms linking n-3 PUFA deficiency and 

microglial phagocytosis of dendritic spines by assessing the oxylipins identified above. We 

first tested the potential role of AA, EPA and DHA free forms and their bioactive metabolites 
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identified in Figure 6 (except trioxilins TRXA3 and TRXB3, which are not commercially 

available) on microglial phagocytosis in vitro. We applied synaptosomes that were conjugated 

to a pH-sensitive dye (pHrodo), as a surrogate of synaptic refinement processes on cultured 

microglia (Figure 7A). Twenty-four hour-application of AA on microglial cells significantly 

increased their phagocytic activity towards synaptosomes (Figure 7B). These observations 

confirmed our data showing that AA increased phagocytosis of latex beads by primary 

microglial cells (Supplementary Figure 7A-B). Conversely, incubation with DHA 

significantly decreased phagocytosis (Figure 7B), while EPA and DPA n-6 had no effect 

when compared to controls (Figure 7B). Then, we applied PUFA bioactive mediators for 30 

minutes before applying pHrodo synaptosomes and studied the kinetics of phagocytosis over 

the following 120 minutes. We show that the AA-derived 12-HETE significantly increased 

microglia phagocytosis of synaptosomes while 8-HETE had no effect (Figure 7C). None of 

the EPA- and DHA-derived bioactive mediators affected primary microglia phagocytic 

activity (Figure 7D). For all conditions, the percentage of phagocytic cells is significantly 

higher at 120 min post-treatment (Figure 7C-D). 

AA is metabolized into 12-HETE via the 12/15-LOX enzyme and its activity is blocked by 

baicalein, which reduces 12-HETE production55–57. We then tested whether inhibiting 12/15-

LOX activity was able to restore normal phagocytic activity in n-3 PUFA deficient microglial 

cells. We used an ex vivo assay in which we exposed freshly sorted n-3 sufficient or n-3 

deficient microglia to pHrodo synaptosomes with or without the 12/15-LOX inhibitor 

baicalein (Figure 7E). We show that baicalein significantly reduced synaptosome 

phagocytosis by n-3 deficient microglia (Figure 7F). These results confirm that the 12/15-

LOX/12-HETE pathway is active in n-3 deficient microglia to increase their phagocytic 

activity towards synaptic elements. 
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DISCUSSION 

The phagocytic activity of microglia during development is crucial in shaping neuronal 

networks, and dysfunction of this activity contributes to neurodevelopmental disorders26,58–61. 

Here, we identify an unknown function of 12-HETE, a LOX-induced metabolite of AA, in the 

regulation of microglial phagocytosis. This 12/15-LOX/12-HETE pathway may also 

contribute to alterations in spine density and connectivity observed in synaptopathies and 

neurodevelopmental disorders66. Moreover, we show that low maternal n-3 PUFA intake-

induced modification of microglia lipid composition is the main driver leading to 

exacerbation of spines phagocytosis in the offspring. This process is complement-dependent, 

a mechanism that has been repeatedly reported to be the molecular bridge of microglia 

phagocytosis of spines25,49,62–65. Our data also reveal that n-3 PUFA deficiency alters the 

shaping of hippocampal neurons and spatial working memory in pups. Considering that n-3 

PUFAs also determine offspring’s microglia homeostatic molecular signature and lipid 

profile, our study suggests that maternal nutritional environment is crucial for proper 

microglial activity in the developing brain. These findings further support the importance of 

n-3 PUFAs in the neurodevelopmental trajectory, pointing to their role in microglia-spine 

interactions.  

Previous clinical and epidemiological studies revealed a relationship between dietary n-3 

PUFA content, brain development and the prevalence of neurodevelopmental disorders17. The 

n-3 PUFA index, which reports the level of n-3 PUFAs (EPA+DHA) in erythrocytes and that 

is used as a biomarker for cardiovascular diseases67, is now considered as a new biomarker for 

several neurodevelopment diseases such as ASD68, attention deficit hyperactivity disorder 

(ADHD)69 and schizophrenia70,71. Since these essential fatty acids are necessary for healthy 

brain development, low dietary supply or impairment of their metabolism is suggested to be 

involved in the etiology of several psychiatric diseases, including neurodevelopmental 
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disorders1,72,73. Indeed, decreased DHA levels have been reported in several brain regions of 

patients diagnosed with such disorders17,74–76. Low n-3 PUFA index is also associated with 

reduced brain size or connectivity77,78, as well as to reduced cortical functional connectivity 

during an attentional task78. However, until now, the cellular and molecular processes linking 

low n-3 PUFA levels and altered connectivity in the developing brain were unknown. Our 

data shed light on an oxylipin-dependent mechanism underlying these clinical observations. 

Previous studies conducted in rodents and primates showed that early-life dietary n-3 PUFA 

deficiency impairs learning and memory at adulthood79–81. Here, we show that perinatal n-3 

PUFA deficiency-induced memory deficits occur as soon as weaning. This corroborates 

observations in humans that prenatal and cord blood n-3 PUFA levels are positively correlated 

with later-life cognitive abilities in infants82,83. In our study, cognitive alterations were 

associated with a decrease in dendritic length, whereas the complexity of dendritic 

arborization was unchanged, supporting previous reports84,85. A significant decrease of post-

synaptic scaffold proteins PSD-95 and Cofilin in the hippocampus of n-3 deficient mice at 

weaning, suggests an early alteration of synaptic plasticity34,85. This is in line with a previous 

study showing that loss of PSD-95 is inversely correlated with DHA dietary supply in a 

mouse model of Alzheimer's disease86 suggesting that PSD-95 expression depends on DHA 

levels in a broader context than just neurodevelopment. N-3 PUFA deficiency-altered 

dendritic arborization has been associated with functional alterations of neuronal networks in 

the adult hippocampus and cortex85,87 and atypical whole-brain functional community 

structure88, a surrogate of cognitive deficits89. Finally, our finding of abnormal hippocampal 

neuronal spine density in n-3 PUFA deficient mice at weaning corroborates data previously 

found84,90.  

Lipid changes driving metabolic alterations in microglia and their impact on phagocytosis in 

the developing brain are understudied. Knowing that microglia are now regarded as key 
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controllers of synaptic architecture due to their phagocytic activity24,25,27,91, we show for the 

first time that specific lipid mediators drive microglia phagocytic activity towards synapses. 

Oxylipins are involved in the regulation of inflammation and phagocytic activity of immune 

cells1,9–11,54,95–97. Their production is largely influenced by n-3 PUFA dietary supply, 

including in the brain54. Using lipidomics, we examined their role in microglial phagocytic 

activity during development. We show that n-3 PUFA deficient microglia have a unique 

oxylipin profile, linked to altered free forms of AA, EPA and DHA. AA and its LOX-derived 

mediator 12-HETE promote microglia phagocytosis of synaptosomes. Conversely, DHA (but 

not its LOX derivative) decreased microglial phagocytosis. 12-HETE is produced by the 

12/15 LOX enzyme98,99 and conversion of AA by 12-HETE is enhanced in n-3 PUFA 

deficient microglia in the context of brain injury, autoimmune and neurodegenerative 

diseases100–102. 12/15 LOX is also expressed in the developing human brain by CD68-positive 

microglia and oligodendrocytes100. We show that blocking activity of 12/15-LOX by 

baicalein56,57 attenuates the excessive n-3 PUFA deficient microglia phagocytic activity, 

which is coherent with the role of this enzyme in mediating phagocytic activity of apoptotic 

cells by macrophages10. Hence, we describe a cell-specific lipid profile of microglia and 

provide a comprehensive description of the processes involved in n-3 PUFA deficiency-

induced microglial alterations, including 12/15-LOX/12-HETE pathway as the molecular 

trigger enhancing the phagocytic activity of microglia towards spines. 

Deficits in microglia-mediated synaptic refinement lead to dysfunctional neuronal networks 

and behavioral abnormalities resembling some aspects of neurodevelopmental disorders26,58–

61. Here, we show that n-3 PUFA deficient microglia display an altered homeostatic molecular 

profile at weaning with features similar to neurodegenerative microglia, previously reported 

as more phagocytic92. We further identified the complement system, and not PS exposure, as 

the molecular mechanism driving spine phagocytic activity upon n-3 PUFA deficiency. This 
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is consistent with previous work showing that in the hippocampus, PS-dependent and 

complement-independent trogocytosis of presynaptic element remodels neuronal network 

during normal brain development 28, while complement-dependent phagocytosis of synapses 

is promoted in models of brain diseases presenting neuronal network abnormalities, including 

neurodevelopmental disorders 17,24,25,47,93,94.  

 

Overall, our data also describe a novel role for the 12/15-LOX/12-HETE oxylipin pathway as 

a crucial metabolic signaling axis in the regulation of n-3 PUFA deficient microglia activity. 

We also delineate for the first time that maternal dietary n-3 PUFA deficiency drives 

microglia in the offspring into a complement-dependent phagocytic phenotype, aberrantly 

reducing synaptic elements, which drive hippocampal synaptic network dysfunction and 

spatial working memory deficit. Our findings not only support the necessity of adequate n-3 

PUFA status during brain development103–105, but also reveal that maternal lipid nutrition, by 

modulating microglial lipid metabolism and sensing, can be an important determinant of 

neurodevelopmental synaptopathies such as ASD66.  

Regarding the clinical implications, these data highlight the relevance of diagnosing 

DHA/EPA deficits in expectant mothers and in early-life. We provide novel knowledge on 

highly targetable cellular and molecular pathways linking maternal nutrition and 

neurodevelopmental disorders. Indeed, specific dietary strategies can enhance PUFA status in 

microglia106, being promising avenues for the prevention and treatment of 

neurodevelopmental disorders. 
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LEGENDS 

Figure 1: Maternal n-3 PUFA deficiency alters neuronal morphology and function. A. 

Representative images of tertiary apical dendrites (upper panel) and dendritic arborization 

(lower panel) of hippocampal CA1 pyramidal neurons from n-3 sufficient and n-3 deficient 

mice at P21 (Golgi staining). B. Quantification of spine density, total dendritic length and 

total number of junctions in n-3 deficient and n-3 sufficient animals. For spine counting, n=12 

CA1 pyramidal neurons of the hippocampus, 15 to 45 segments per animal, 3 mice per group. 

Means ± SEM. Two-tailed unpaired Student’s t-test, t=6.396, ***p<0.0001. For dendritic 

arborization and total dendritic length, n=5 neurons from 3 mice for n-3 deficient mice and 

n=15 neurons from 4 mice for n-3 sufficient mice. Two-tailed unpaired Student’s t-test; 

Dendritic length, t=2.501, *p=0.0223; number of junctions: t=1.118, p=0.28. C. 

Representative Western blots. D. Expression of scaffolding proteins in n-3 deficient mice 

relative to n-3 sufficient mice. Means ± SEM; n=5-8 mice per group. Two-tailed unpaired 

Student’s t-test, t=0.9986, p= 0.35, SAP102; t=3.572, **p=0.0044, cofilin; t=3.529, 

**p=0.0042, PSD95. E. Time spent in novel vs familiar arm in the Y maze task. Means ± 

SEM; n=10-17 mice per group. Two-way ANOVA followed by Bonferroni post-hoc test: diet 

effect, F(1,50)=5.47, p=0.071; arm effect, F(1,50)=10.08, p=0.015; interaction, F(1,50)=8.08, 

p=0.029; familiar vs novel arm for n-3 diet mice: *p<0.05. 

 

Figure 2: Maternal n-3 PUFA deficiency increases microglial phagocytosis and gene 

expression profile. A-B. Representative images (A) and quantification (B) of EM data from 

the CA1 region of n-3 sufficient and n-3 deficient mice. ‘s’= spine, ‘m’= microglial processes, 

‘t’= terminals, *= extracellular debris, ‘ma’=myelinated axons. Arrowheads point to synaptic 

clefts. Scale bars=�1 μm. Two-tailed unpaired Student’s t-test; t=5.24, **p= 0.0063, cleft; 

t=3.366, *p=0.0282, spine inclusions; t=2.601, p=0.06, cellular inclusions; t=2.119, p=0.1015, 
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extracellular digestion. C. Three-dimensional reconstructions of PSD95-immunoreactivity 

(red) outside (arrowheads) or colocalized with (arrows) small-diameter microglial processes 

tips (green). D. Quantification of PSD95 and Iba1 immunoreactivity colocalization in the 

CA1 region of n-3 deficient and n-3 sufficient group. Means ± SEM; n=4-6 mice per group. 

Two-tailed unpaired Student’s t-test; t=2.583, *p=0.032. E. Representative bivariate dot plots 

of isolated microglial cells gated on CD11b+/CD45low expression from n-3 sufficient and n-3 

deficient mice. F. FACS analysis of phagocytic uptake of pHrodo-labeled E. Coli bioparticles 

by CD11b+ microglial cells from both dietary groups after 180 min of incubation (expressed 

as the percent of cells that are CD11b+ and PE positive). Means ± SEM; n=3-4 per condition. 

Two-way ANOVA; diet effect: F(1, 20)=5.628, *p=0.028; time effect, F(3,20)=10.04, 

p=0.0003; Interaction, F(3,20)=0.1771, p=0.91. The area under the curve is presented as an 

independent graph in C. Two-tailed unpaired Student’s t-test, t=1.289, p=0.25. G. Heatmap of 

significantly up or downregulated genes in each dietary group. Each lane represents one 

animal (n=4 or 6 per group). The 20 homeostatic microglia unique genes that were 

significantly affected by the diet are labelled. H. Number of microglial genes that are up-

regulated, down-regulated or not regulated by the diet. I. A transcript-to-transcript correlation 

network graph of transcripts significantly differentially expressed by diet groups was 

generated in Miru (Pearson correlation threshold r ≥ 0.85). Nodes represent transcripts (probe 

sets), and edges represent the degree of correlation in expression between them. The network 

graph was clustered using a Markov clustering algorithm, and transcripts were assigned a 

color according to cluster membership. J. Mean expression profile of all transcripts within 

clusters 1, 2 and 3.  

 

Figure 3: Maternal dietary n-3 PUFA deficiency exacerbates microglial phagocytosis of 

synaptic elements by predominantly impacting microglia. A. Fatty acid composition of 
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microglial cells sorted from n-3 sufficient and n-3 deficient mice. Means ± SEM; n=4 mice 

per group. Insert: higher magnification of low expressed fatty acids. Two-tailed unpaired 

Student’s t-test; t=3.37, *p=0.015, C10:0; t=4.852, **p=0.0028, C12:0; t=2.473, *p=0.0482, 

C14:1 n-7; t=9.646, ***p<0.0001, DPA n-6; t=2.558, *p=0.043, ALA; t=2.972, *p=0.0249, 

DHA. B. Fatty acid composition of synaptosomes sorted from n-3 sufficient and n-3 deficient 

mice. Means ± SEM; n=4 mice per group. Insert: higher magnification of low expressed fatty 

acids. Two-tailed unpaired Student’s t-test; t=2.82, *p=0.047, C17:0; t=3.05, *p=0.038, 

C18:0; t=5.05, **p=0.0072 C18:1 n-9; t=2.99, *p=0.04, C18:2 n-6; t=26, ***p<0.0001, C20:2 

n-6; t=3.57, *p=0.023, C22:4 n-6; t=12.68, ***p=0.0002, DPA n-6; t=4.49, *p=0.011, C20:5 

n-3; t=7.12, **p=0.0021, DHA. C. FACS analysis of phagocytic uptake of pHrodo-labeled 

synaptosomes (sorted from n-3 sufficient or n-3 deficient mice) by CD11b+ microglial cells 

(sorted from n-3 sufficient or n-3 deficient mice). On FACS plots: x-axis= (pHrodo intensity 

(PE intensity), y-axis=SSC. Means ± SEM; n=8 per condition. Two-way ANOVA: microglial 

lipid status effect, F(1,28)=19.77, ***p=0.0001; synaptosomes lipid status effect, 

F(1,28)=1.63, p=0.2123; interaction, F(1,28)=0.2826, p=0.599. 

 

Figure 4: Maternal n-3 PUFA deficiency enhances microglial phagocytic capacity in a 

PS recognition-independent manner. A. Annexin V staining is not different between n-3 

deficient and n-3 sufficient mice. Means ± SEM; n=3-5 mice per group. Two-tailed unpaired 

Student’s t-test; t=0.911, p= 0.397. B. Representative Western blots for Mer and Axl proteins. 

C. Quantification of Mer and Axl protein in -3 deficient and n-3 sufficient mice. Means ± 

SEM; n=4 mice per group. Two-tailed unpaired Student’s t-test; t=0.169, p=0.87, Mer; 

t=1.824, p=0.12, Axl. D-E. RT-qPCR detects the relative abundance of trem2 (D) and cd33 

(E) mRNA in hippocampus of n-3 deficient and n-3 sufficient mice. Means ± SEM; n=7 mice 

per group. Two-tailed unpaired Student’s t-test; t=0.329, p=0.75, trem2; t=2.158, p=0.052, 
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cd33. F. Representative Western blots for MFG-E8 protein. G. Quantification of MFG-E8 

protein level in n-3 deficient vs n-3 sufficient mice. Means ± SEM; n=5-6 mice. Two-tailed 

unpaired Student’s t-test; t=2.803, *p=0.0206. H. Quantification of PSD95 protein expression 

in n-3 sufficient vs n-3 deficient mice treated with cRGD or its control (scrambled peptide sc-

cRGD). Two-way ANOVA: diet effect, F(1,23)=4.017, p=0.057; treatment effect, 

F(1,23)=0.3417, p=0.56; interaction, F(1,23)=1.24x10-5, p=0.99. 

 

Figure 5. Maternal n-3 PUFA deficiency exacerbates microglia-mediated shaping of 

neuronal networks in a complement-dependent manner. A-C. Immunostaining for 

CD11b, C1q and C3aR in coronal sections of n-3 deficient and n-3 sufficient mice 

hippocampus. Scale bar=100μm. D-F. Quantification of CD11b, C1q and C3aR 

immunoreactivity in the hippocampus (CA1 and DG regions) of n-3 deficient and n-3 

sufficient mice. Means ± SEM; n=3-13 mice per group. Two-tailed unpaired Student’s t-test; 

t=1.553, p=0.135, CD11b CA1; t=2.114, *p=0.466, CD11b DG; t=0.5495, *p=0.0223 C1q 

CA1; t=3.938, **p=0.0056, C1q DG; t=4.91, **p=0.0027, C3aR, total hippocampus. G. 

Protein quantification (ELISA) reveals that synaptosomes from n-3 deficient mice express 

more C3 than n-3 sufficient animals. Means ± SEM; n=7-8 mice per group; Two-tailed 

unpaired Student’s t-test; t=2.097, p=0.0562. H. Quantification of PSD95 protein expression 

in n-3 sufficient vs n-3 deficient mice treated with XVA-143 or its vehicle. Means ± SEM; 

n=5-8. Two-way ANOVA followed by Bonferroni post-hoc test: diet effect, F(1,21)=11.89, 

p=0.0024; treatment effect, F(1,21)=0.1436, p=0.708; interaction, F(1,21)=5.977, p=0.0234; 

n-3 sufficient vs n-3 deficient, **p<0.01. I. Time spent in novel vs familiar arm in the Y maze 

task in n-3 sufficient vs n-3 deficient mice treated with XVA-143 or its vehicle. Means ± 

SEM; n=9-10 mice per group. Paired t-test: n-3 sufficient group, **p=0.0019; n-3 deficient 
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group, p=0.357; n-3 sufficient + XVA-143 group, **p=0.0013; n-3 deficient + XVA-143 

group, **p=0.0099. 

 

Figure 6: Maternal n-3 PUFA deficiency alters lipid profile in microglia. A. 

Quantification of free (unesterified) forms of AA, EPA and DHA levels in microglia. Means 

± SEM; n=4 mice per group. Two-tailed unpaired Student’s t-test; t=3, *p=0.024, free AA; 

t=6.12, ***p=0.0009, free EPA; t=1.149, p=0.2942, free DHA. B. Heat map of all AA-, EPA- 

and DHA-derived intracellular mediators expressed by microglia. C. AA- EPA- and DHA-

derived mediators that are significantly modulated by early-life n-3 PUFA deficient diet. 

Means ± SEM; n=4 mice per group. Two-tailed unpaired Student’s t-test; t=2.693, *p=0.0359, 

TRXA3; t=2.867, *p=0.0286, TRXB3; t=3.028, *p=0.0231, 8-HETE; t=2.886, *p=0.0278, 

12-HETE; t=3.656, *p=0.0106, +/-11-HEPE; t=3, *p=0.024, 15S-HEPE; t=3, *p=0.024, 

LTB5; t=1.975, *p=0.0957, 17S-HDoHE.  

 

Figure 7: Maternal n-3 PUFA deficiency exacerbates microglial phagocytic activity 

towards synapses by activating the 12/15-LOX/12-HETE signaling pathway. A. 

Experimental setup. B. FACS analysis of phagocytic uptake of pHrodo-labeled synaptosomes 

by CD11b+ microglial cells in primary culture exposed to PUFAs. Means ± SEM; n=5-6 per 

condition. Two-tailed unpaired Student’s t-test; ***p=0.0005, AA; *p=0.0118, DHA; p=0.55, 

EPA; p=0.153; DPA n-6. C-D. FACS analysis of phagocytic uptake of pHrodo-labeled 

synaptosomes by CD11b+ microglial cells in primary culture exposed to n-6 AA-derived (C) 

or n-3 EPA- and DHA-derived (D) lipids. Means ± SEM; n=6-14 per condition. AA 

derivatives: Two-way ANOVA: time effect, F(1,33)=171.8, ***p<0.0001; treatment effect, 

F(2,33)=5.538, **p=0.0084; interaction, F(2,33)=0.686, p=0.51. EPA and DHA derivatives: 

Two-way ANOVA: time effect, F(1,64)=57.25 ***p<0.0001; treatment effect, F(2,64)=1.462, 
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p=0.239; interaction, F(2,64)=1.904, p=0.157. E. Experimental setup. F. FACS analysis of 

phagocytic uptake of pHrodo-labeled synaptosomes by freshly sorted n-3 deficient and n-3 

sufficient CD11b+ microglial cells, exposed to baicalein or its solvent. Two-way ANOVA: 

microglia lipid status effect, F(1,51)=12.6 ***p=0.0008; treatment effect, F(1,51)=16.06, 

p=0.0002; interaction, F(1,51)=0.1912, p=0.6638. 

  

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


26 

 

REFERENCES 
1. Bazinet, R. P. & Layé, S. Polyunsaturated fatty acids and their metabolites in brain 

function and disease. Nat. Rev. Neurosci. 15, 771–785 (2014). 

2. Rapoport, S. I., Rao, J. S. & Igarashi, M. Brain metabolism of nutritionally essential 

polyunsaturated fatty acids depends on both the diet and the liver. Prostaglandins Leukot. 

Essent. Fatty Acids 77, 251–261 (2007). 

3. Abedi, E. & Sahari, M. A. Long-chain polyunsaturated fatty acid sources and evaluation 

of their nutritional and functional properties. Food Sci Nutr 2, 443–463 (2014). 

4. Lands, W. E., Morris, A. & Libelt, B. Quantitative effects of dietary polyunsaturated fats 

on the composition of fatty acids in rat tissues. Lipids 25, 505–516 (1990). 

5. Serhan, C. N. & Petasis, N. A. Resolvins and protectins in inflammation resolution. 

Chem. Rev. 111, 5922–5943 (2011). 

6. Calder, P. C. The relationship between the fatty acid composition of immune cells and 

their function. Prostaglandins Leukot. Essent. Fatty Acids 79, 101–108 (2008). 

7. Layé, S., Nadjar, A., Joffre, C. & Bazinet, R. P. Anti-Inflammatory Effects of Omega-3 

Fatty Acids in the Brain: Physiological Mechanisms and Relevance to Pharmacology. 

Pharmacol. Rev. 70, 12–38 (2018). 

8. Bazan, N. G. The metabolism of omega-3 polyunsaturated fatty acids in the eye: the 

possible role of docosahexaenoic acid and docosanoids in retinal physiology and ocular 

pathology. Prog. Clin. Biol. Res. 312, 95–112 (1989). 

9. Tam, V. C. Lipidomic profiling of bioactive lipids by mass spectrometry during microbial 

infections. Semin. Immunol. 25, 240–248 (2013). 

10. Uderhardt, S. et al. 12/15-lipoxygenase orchestrates the clearance of apoptotic cells and 

maintains immunologic tolerance. Immunity 36, 834–846 (2012). 

11. Schwab, J. M., Chiang, N., Arita, M. & Serhan, C. N. Resolvin E1 and protectin D1 

activate inflammation-resolution programmes. Nature 447, 869–874 (2007). 

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


27 

 

12. Bradbury, J. Docosahexaenoic acid (DHA): an ancient nutrient for the modern human 

brain. Nutrients 3, 529–554 (2011). 

13. Innis, S. M. Fatty acids and early human development. Early Hum. Dev. 83, 761–766 

(2007). 

14. Stark, K. D., Van Elswyk, M. E., Higgins, M. R., Weatherford, C. A. & Salem, N. Global 

survey of the omega-3 fatty acids, docosahexaenoic acid and eicosapentaenoic acid in the 

blood stream of healthy adults. Prog. Lipid Res. 63, 132–152 (2016). 

15. Koletzko, B. et al. The roles of long-chain polyunsaturated fatty acids in pregnancy, 

lactation and infancy: review of current knowledge and consensus recommendations. J 

Perinat Med 36, 5–14 (2008). 

16. McNamara, R. K., Vannest, J. J. & Valentine, C. J. Role of perinatal long-chain omega-3 

fatty acids in cortical circuit maturation: Mechanisms and implications for 

psychopathology. World J Psychiatry 5, 15–34 (2015). 

17. Madore, C. et al. Neuroinflammation in Autism: Plausible Role of Maternal 

Inflammation, Dietary Omega 3, and Microbiota. Neural Plast. 2016, 3597209 (2016). 

18. Ransohoff, R. M. & Perry, V. H. Microglial physiology: unique stimuli, specialized 

responses. Annu. Rev. Immunol. 27, 119–145 (2009). 

19. Sierra, A., Abiega, O., Shahraz, A. & Neumann, H. Janus-faced microglia: beneficial and 

detrimental consequences of microglial phagocytosis. Front Cell Neurosci 7, 6 (2013). 

20. Marín-Teva, J. L. et al. Microglia promote the death of developing Purkinje cells. Neuron 

41, 535–547 (2004). 

21. Peri, F. & Nüsslein-Volhard, C. Live imaging of neuronal degradation by microglia 

reveals a role for v0-ATPase a1 in phagosomal fusion in vivo. Cell 133, 916–927 (2008). 

22. Swinnen, N. et al. Complex invasion pattern of the cerebral cortex bymicroglial cells 

during development of the mouse embryo. Glia 61, 150–163 (2013). 

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


28 

 

23. Tay, T. L. et al. Microglia Gone Rogue: Impacts on Psychiatric Disorders across the 

Lifespan. Front Mol Neurosci 10, 421 (2017). 

24. Paolicelli, R. C. et al. Synaptic pruning by microglia is necessary for normal brain 

development. Science 333, 1456–1458 (2011). 

25. Schafer, D. P. et al. Microglia sculpt postnatal neural circuits in an activity and 

complement-dependent manner. Neuron 74, 691–705 (2012). 

26. Tay, T. L., Savage, J. C., Hui, C. W., Bisht, K. & Tremblay, M.-È. Microglia across the 

lifespan: from origin to function in brain development, plasticity and cognition. J. 

Physiol. (Lond.) 595, 1929–1945 (2017). 

27. Tremblay, M.-È., Lowery, R. L. & Majewska, A. K. Microglial interactions with synapses 

are modulated by visual experience. PLoS Biol. 8, e1000527 (2010). 

28. Weinhard, L. et al. Microglia remodel synapses by presynaptic trogocytosis and spine 

head filopodia induction. Nat Commun 9, 1228 (2018). 

29. Gunner, G. et al. Sensory lesioning induces microglial synapse elimination via ADAM10 

and fractalkine signaling. Nat. Neurosci. (2019). doi:10.1038/s41593-019-0419-y 

30. Milior, G. et al. Fractalkine receptor deficiency impairs microglial and neuronal 

responsiveness to chronic stress. Brain Behav. Immun. 55, 114–125 (2016). 

31. Hellwig, S. et al. Altered microglia morphology and higher resilience to stress-induced 

depression-like behavior in CX3CR1-deficient mice. Brain Behav. Immun. 55, 126–137 

(2016). 

32. Wohleb, E. S., Powell, N. D., Godbout, J. P. & Sheridan, J. F. Stress-induced recruitment 

of bone marrow-derived monocytes to the brain promotes anxiety-like behavior. J. 

Neurosci. 33, 13820–13833 (2013). 

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


29 

 

33. Rimmerman, N., Schottlender, N., Reshef, R., Dan-Goor, N. & Yirmiya, R. The 

hippocampal transcriptomic signature of stress resilience in mice with microglial 

fractalkine receptor (CX3CR1) deficiency. Brain Behav. Immun. 61, 184–196 (2017). 

34. Madore, C. et al. Nutritional n-3 PUFAs deficiency during perinatal periods alters brain 

innate immune system and neuronal plasticity-associated genes. Brain Behav. Immun. 41, 

22–31 (2014). 

35. Kraeuter, A.-K., Guest, P. C. & Sarnyai, Z. The Y-Maze for Assessment of Spatial 

Working and Reference Memory in Mice. Methods Mol. Biol. 1916, 105–111 (2019). 

36. Semple, B. D., Blomgren, K., Gimlin, K., Ferriero, D. M. & Noble-Haeusslein, L. J. Brain 

development in rodents and humans: Identifying benchmarks of maturation and 

vulnerability to injury across species. Prog. Neurobiol. 106–107, 1–16 (2013). 

37. Guillemin, G. J. & Brew, B. J. Microglia, macrophages, perivascular macrophages, and 

pericytes: a review of function and identification. J. Leukoc. Biol. 75, 388–397 (2004). 

38. Butovsky, O. & Weiner, H. L. Microglial signatures and their role in health and disease. 

Nat. Rev. Neurosci. 19, 622–635 (2018). 

39. Butovsky, O. et al. Identification of a unique TGF-β-dependent molecular and functional 

signature in microglia. Nat. Neurosci. 17, 131–143 (2014). 

40. Freeman, T. C. et al. Construction, visualisation, and clustering of transcription networks 

from microarray expression data. PLoS Comput. Biol. 3, 2032–2042 (2007). 

41. Grabert, K. et al. Microglial brain region-dependent diversity and selective regional 

sensitivities to aging. Nat. Neurosci. 19, 504–516 (2016). 

42. Joffre, C. et al. Modulation of brain PUFA content in different experimental models of 

mice. Prostaglandins Leukot. Essent. Fatty Acids 114, 1–10 (2016). 

43. Kim, H.-Y., Akbar, M. & Lau, A. Effects of docosapentaenoic acid on neuronal 

apoptosis. Lipids 38, 453–457 (2003). 

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


30 

 

44. Brown, G. C. & Neher, J. J. Microglial phagocytosis of live neurons. Nat. Rev. Neurosci. 

15, 209–216 (2014). 

45. Fourgeaud, L. et al. TAM receptors regulate multiple features of microglial physiology. 

Nature 532, 240–244 (2016). 

46. Schafer, D. P. & Stevens, B. Phagocytic glial cells: sculpting synaptic circuits in the 

developing nervous system. Curr. Opin. Neurobiol. 23, 1034–1040 (2013). 

47. Stephan, A. H., Barres, B. A. & Stevens, B. The complement system: an unexpected role 

in synaptic pruning during development and disease. Annu. Rev. Neurosci. 35, 369–389 

(2012). 

48. Lian, H. et al. Astrocyte-Microglia Cross Talk through Complement Activation 

Modulates Amyloid Pathology in Mouse Models of Alzheimer’s Disease. J. Neurosci. 36, 

577–589 (2016). 

49. Bialas, A. R. & Stevens, B. TGF-β signaling regulates neuronal C1q expression and 

developmental synaptic refinement. Nat. Neurosci. 16, 1773–1782 (2013). 

50. Hajishengallis, G., Shakhatreh, M.-A. K., Wang, M. & Liang, S. Complement receptor 3 

blockade promotes IL-12-mediated clearance of Porphyromonas gingivalis and negates its 

virulence in vivo. J. Immunol. 179, 2359–2367 (2007). 

51. Astarita, G., Kendall, A. C., Dennis, E. A. & Nicolaou, A. Targeted lipidomic strategies 

for oxygenated metabolites of polyunsaturated fatty acids. Biochim. Biophys. Acta 1851, 

456–468 (2015). 

52. Calder, P. C. Marine omega-3 fatty acids and inflammatory processes: Effects, 

mechanisms and clinical relevance. Biochim. Biophys. Acta 1851, 469–484 (2015). 

53. Serhan, C. N., Chiang, N. & Dalli, J. The resolution code of acute inflammation: Novel 

pro-resolving lipid mediators in resolution. Semin. Immunol. 27, 200–215 (2015). 

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


31 

 

54. Rey, C. et al. Dietary n-3 long chain PUFA supplementation promotes a pro-resolving 

oxylipin profile in the brain. Brain Behav. Immun. 76, 17–27 (2019). 

55. Xu, J. et al. Inhibition of 12/15-lipoxygenase by baicalein induces microglia PPARβ/δ: a 

potential therapeutic role for CNS autoimmune disease. Cell Death Dis 4, e569 (2013). 

56. Deschamps, J. D., Kenyon, V. A. & Holman, T. R. Baicalein is a potent in vitro inhibitor 

against both reticulocyte 15-human and platelet 12-human lipoxygenases. Bioorg. Med. 

Chem. 14, 4295–4301 (2006). 

57. van Leyen, K. et al. Baicalein and 12/15-lipoxygenase in the ischemic brain. Stroke 37, 

3014–3018 (2006). 

58. Zhan, Y. et al. Deficient neuron-microglia signaling results in impaired functional brain 

connectivity and social behavior. Nat. Neurosci. 17, 400–406 (2014). 

59. Hammond, T. R., Robinton, D. & Stevens, B. Microglia and the Brain: Complementary 

Partners in Development and Disease. Annu. Rev. Cell Dev. Biol. 34, 523–544 (2018). 

60. Bar, E. & Barak, B. Microglia roles in synaptic plasticity and myelination in homeostatic 

conditions and neurodevelopmental disorders. Glia (2019). doi:10.1002/glia.23637 

61. Sellgren, C. M. et al. Increased synapse elimination by microglia in schizophrenia patient-

derived models of synaptic pruning. Nat. Neurosci. 22, 374–385 (2019). 

62. Hammond, T. R., Marsh, S. E. & Stevens, B. Immune Signaling in Neurodegeneration. 

Immunity 50, 955–974 (2019). 

63. Vasek, M. J. et al. A complement-microglial axis drives synapse loss during virus-

induced memory impairment. Nature 534, 538–543 (2016). 

64. Hong, S. et al. Complement and microglia mediate early synapse loss in Alzheimer 

mouse models. Science 352, 712–716 (2016). 

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


32 

 

65. Wyatt, S. K., Witt, T., Barbaro, N. M., Cohen-Gadol, A. A. & Brewster, A. L. Enhanced 

classical complement pathway activation and altered phagocytosis signaling molecules in 

human epilepsy. Exp. Neurol. 295, 184–193 (2017). 

66. Lepeta, K. et al. Synaptopathies: synaptic dysfunction in neurological disorders - A 

review from students to students. J. Neurochem. 138, 785–805 (2016). 

67. Harris, W. S., Miller, M., Tighe, A. P., Davidson, M. H. & Schaefer, E. J. Omega-3 fatty 

acids and coronary heart disease risk: clinical and mechanistic perspectives. 

Atherosclerosis 197, 12–24 (2008). 

68. Parellada, M. et al. Randomized trial of omega-3 for autism spectrum disorders: Effect on 

cell membrane composition and behavior. Eur Neuropsychopharmacol 27, 1319–1330 

(2017). 

69. Hawkey, E. & Nigg, J. T. Omega-3 fatty acid and ADHD: blood level analysis and meta-

analytic extension of supplementation trials. Clin Psychol Rev 34, 496–505 (2014). 

70. Hoen, W. P. et al. Red blood cell polyunsaturated fatty acids measured in red blood cells 

and schizophrenia: a meta-analysis. Psychiatry Res 207, 1–12 (2013). 

71. van der Kemp, W. J. M., Klomp, D. W. J., Kahn, R. S., Luijten, P. R. & Hulshoff Pol, H. 

E. A meta-analysis of the polyunsaturated fatty acid composition of erythrocyte 

membranes in schizophrenia. Schizophr. Res. 141, 153–161 (2012). 

72. Messamore, E. & McNamara, R. K. Detection and treatment of omega-3 fatty acid 

deficiency in psychiatric practice: Rationale and implementation. Lipids Health Dis 15, 25 

(2016). 

73. Horrobin, D. F. The membrane phospholipid hypothesis as a biochemical basis for the 

neurodevelopmental concept of schizophrenia. Schizophr. Res. 30, 193–208 (1998). 

74. Brown, C. M. & Austin, D. W. Autistic disorder and phospholipids: A review. 

Prostaglandins Leukot. Essent. Fatty Acids 84, 25–30 (2011). 

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


33 

 

75. Tesei, A. et al. The potential relevance of docosahexaenoic acid and eicosapentaenoic 

acid to the etiopathogenesis of childhood neuropsychiatric disorders. Eur Child Adolesc 

Psychiatry 26, 1011–1030 (2017). 

76. Mitra, S., Natarajan, R., Ziedonis, D. & Fan, X. Antioxidant and anti-inflammatory 

nutrient status, supplementation, and mechanisms in patients with schizophrenia. Prog. 

Neuropsychopharmacol. Biol. Psychiatry 78, 1–11 (2017). 

77. Samieri, C. et al. Plasma long-chain omega-3 fatty acids and atrophy of the medial 

temporal lobe. Neurology 79, 642–650 (2012). 

78. Almeida, D. M., Jandacek, R. J., Weber, W. A. & McNamara, R. K. Docosahexaenoic 

acid biostatus is associated with event-related functional connectivity in cortical attention 

networks of typically developing children. Nutr Neurosci 20, 246–254 (2017). 

79. Wainwright, P. E. Dietary essential fatty acids and brain function: a developmental 

perspective on mechanisms. Proc Nutr Soc 61, 61–69 (2002). 

80. Moriguchi, T., Greiner, R. S. & Salem, N. Behavioral deficits associated with dietary 

induction of decreased brain docosahexaenoic acid concentration. J. Neurochem. 75, 

2563–2573 (2000). 

81. Moranis, A. et al. Long term adequate n-3 polyunsaturated fatty acid diet protects from 

depressive-like behavior but not from working memory disruption and brain cytokine 

expression in aged mice. Brain Behav. Immun. 26, 721–731 (2012). 

82. Kohlboeck, G. et al. Effect of fatty acid status in cord blood serum on children’s 

behavioral difficulties at 10 y of age: results from the LISAplus Study. Am. J. Clin. Nutr. 

94, 1592–1599 (2011). 

83. Kannass, K. N., Colombo, J. & Carlson, S. E. Maternal DHA levels and toddler free-play 

attention. Dev Neuropsychol 34, 159–174 (2009). 

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


34 

 

84. Calderon, F. & Kim, H.-Y. Docosahexaenoic acid promotes neurite growth in 

hippocampal neurons. J. Neurochem. 90, 979–988 (2004). 

85. Larrieu, T., Hilal, M. L., De Smedt-Peyrusse, V., Sans, N. & Layé, S. Nutritional Omega-

3 Deficiency Alters Glucocorticoid Receptor-Signaling Pathway and Neuronal 

Morphology in Regionally Distinct Brain Structures Associated with Emotional Deficits. 

Neural Plast. 2016, 8574830 (2016). 

86. Calon, F. et al. Docosahexaenoic acid protects from dendritic pathology in an 

Alzheimer’s disease mouse model. Neuron 43, 633–645 (2004). 

87. Thomazeau, A., Bosch-Bouju, C., Manzoni, O. & Layé, S. Nutritional n-3 PUFA 

Deficiency Abolishes Endocannabinoid Gating of Hippocampal Long-Term Potentiation. 

Cereb. Cortex 27, 2571–2579 (2017). 

88. Grayson, D. S., Kroenke, C. D., Neuringer, M. & Fair, D. A. Dietary omega-3 fatty acids 

modulate large-scale systems organization in the rhesus macaque brain. J. Neurosci. 34, 

2065–2074 (2014). 

89. Rosenberg, M. D. et al. A neuromarker of sustained attention from whole-brain functional 

connectivity. Nat. Neurosci. 19, 165–171 (2016). 

90. He, C., Qu, X., Cui, L., Wang, J. & Kang, J. X. Improved spatial learning performance of 

fat-1 mice is associated with enhanced neurogenesis and neuritogenesis by 

docosahexaenoic acid. Proc. Natl. Acad. Sci. U.S.A. 106, 11370–11375 (2009). 

91. Stevens, B. & Schafer, D. P. Roles of microglia in nervous system development, 

plasticity, and disease. Dev Neurobiol 78, 559–560 (2018). 

92. Krasemann, S. et al. The TREM2-APOE Pathway Drives the Transcriptional Phenotype 

of Dysfunctional Microglia in Neurodegenerative Diseases. Immunity 47, 566-581.e9 

(2017). 

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


35 

 

93. Estes, M. L. & McAllister, A. K. Immune mediators in the brain and peripheral tissues in 

autism spectrum disorder. Nat. Rev. Neurosci. 16, 469–486 (2015). 

94. Salter, M. W. & Stevens, B. Microglia emerge as central players in brain disease. Nat. 

Med. 23, 1018–1027 (2017). 

95. Serhan, C. N. & Levy, B. D. Resolvins in inflammation: emergence of the pro-resolving 

superfamily of mediators. J. Clin. Invest. 128, 2657–2669 (2018). 

96. Innes, J. K. & Calder, P. C. Omega-6 fatty acids and inflammation. Prostaglandins 

Leukot. Essent. Fatty Acids 132, 41–48 (2018). 

97. Bazan, N. G. Omega-3 fatty acids, pro-inflammatory signaling and neuroprotection. Curr 

Opin Clin Nutr Metab Care 10, 136–141 (2007). 

98. O’Flaherty, J. T. et al. 15-lipoxygenase metabolites of docosahexaenoic acid inhibit 

prostate cancer cell proliferation and survival. PLoS ONE 7, e45480 (2012). 

99. Morita, M. et al. The lipid mediator protectin D1 inhibits influenza virus replication and 

improves severe influenza. Cell 153, 112–125 (2013). 

100. Haynes, R. L. & van Leyen, K. 12/15-lipoxygenase expression is increased in 

oligodendrocytes and microglia of periventricular leukomalacia. Dev. Neurosci. 35, 140–

154 (2013). 

101. Singh, N. K. & Rao, G. N. Emerging role of 12/15-Lipoxygenase (ALOX15) in 

human pathologies. Prog. Lipid Res. 73, 28–45 (2019). 

102. Joshi, Y. B., Giannopoulos, P. F. & Praticò, D. The 12/15-lipoxygenase as an 

emerging therapeutic target for Alzheimer’s disease. Trends in Pharmacological Sciences 

36, 181–186 (2015). 

103. Gould, J. F., Smithers, L. G. & Makrides, M. The effect of maternal omega-3 (n-3) 

LCPUFA supplementation during pregnancy on early childhood cognitive and visual 

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


36 

 

development: a systematic review and meta-analysis of randomized controlled trials. Am. 

J. Clin. Nutr. 97, 531–544 (2013). 

104. Innis, S. M. Essential fatty acid transfer and fetal development. Placenta 26 Suppl A, 

S70-75 (2005). 

105. Lauritzen, L., Jørgensen, M. H., Olsen, S. F., Straarup, E. M. & Michaelsen, K. F. 

Maternal fish oil supplementation in lactation: effect on developmental outcome in breast-

fed infants. Reprod. Nutr. Dev. 45, 535–547 (2005). 

106. Rey, C. et al. Maternal n-3 polyunsaturated fatty acid dietary supply modulates 

microglia lipid content in the offspring. Prostaglandins Leukot. Essent. Fatty Acids 133, 

1–7 (2018). 

 

 

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


A

Figure 1

B

SAP102

Co�lin

Fold Change 

PSD95

C

n-3 de�cie
nt

n-3 su
�cie

nt

D E

*

Ti
m

e 
(s

)

familia
r

novel

familia
r

novel

Y-maze

n-3 de�cientn-3 su�cient

20

40

60

To
ta

l n
um

be
r o

f j
un

ct
io

ns

0

Sp
in

e 
de

ns
ity

 
(re

la
tiv

e 
fo

ld
 c

ha
ng

e)

15

10

5

0

***

1000

2000

3000

To
ta

l d
en

dr
iti

c 
le

ng
th

 (µ
m

)

*

0

n-3 de�cient

0 0.5 1.0 1.5
**

**

n-3 su�cient

SAP102

Co�lin

PSD95

0

50

100

150

n-3 su�cient n-3 de�cient

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


%
 P

SD
-9

5 
in

 m
ic

ro
gl

ia
/

m
ic

ro
gl

ia
l v

ol
um

e 

*

C

A

D

n-3 su�cient
n-3 de�cient

B

Figure 2

n-
3 

su
�

ci
en

t

0.02 6

G
Signi�cantly up- and down-regulated genes in n-3 de�cient and n-3 su�cient mice

n-
3 

de
�c

ie
nt

n-
3 

su
�

ci
en

t

I

downregulated genes
upregulated genes

H

not regulated genes

154
41

342

Cc
l2

Ad
am

ts1

Rh
ob

Ltc
4s

Eg
r1

Ju
n

Gp
r3

4
Ct

tn
bp

2n
l Cx

3c
r1

Sig
lec

h
Slc

o2
b1

Go
lm

1

P2
ry

12

Sc
oc

Slc
2a

5
At

p8
a2

Tm
em

11
9

Plx
dc

2

Fc
rls

Ol
fm

l3

-1000

-500

0

500

1000

1500

-200

-100

0

100

200

300

-4000

-2000

0

2000

4000

Cluster 1: Microglia homeostatic 
signature

Cluster 2: Fatty acids uptake, transport
 and metabolism

Cluster 3: Innate immune response 
and in�ammation

J

n-3 su�cient n-3 de�cient

n-3 su�cient n-3 de�cient n-3 su�cient n-3 de�cient

1

2

3

n-
3 

de
�c

ie
nt

N
um

be
r o

f c
on

ta
ct

s 
pe

r p
ro

ce
ss

**

Cleft

0

0.05

0.10

0.15

0.20

0.25

Pr
op

or
tio

n 
of

 p
ro

ce
ss

es

Extracellular digestion

0

0.2

0.4

0.6

0.8

N
um

be
r p

er
 p

ro
ce

ss

p=0.06

Cellular inclusions

0

0.05

0.10

0.15

0.20

0

0.02

0.04

0.06

0.08

n-3 su�cient n-3 de�cient

60 90 120 180

*

0

10

20

30

40

%
 o

f p
ha

go
cy

tic
 C

D
11

b+
 c

el
ls

E

Time (min)

F

N
or

m
al

iz
ed

 A
U

C

0

50

100

150

n-3 su�cient
n-3 de�cient

0 min 180 min

n-
3 

su
�

ci
en

t
n-

3 
de

�c
ie

nt
N

um
be

r p
er

 p
ro

ce
ss

*

Spine inclusions

0

0.01

0.02

0.03

0.04

0.05

pHrodo-PE

CD
11b-A

PC

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


Total fatty acids composition of microgliaA

B Total fatty acids composition synaptosomes

C

***

0

10

20

30

40
***

n-3 de�cient microglia/n-3 su�cient synaptosomes -2-

n-3 de�cient microglia/n-3 de�cient synaptosomes -4-

n-3 su�cient microglia/n-3 su�cient synaptosomes -1-

n-3 su�cient microglia/n-3 de�cient synaptosomes -3-

%
 p

ha
go

cy
tic

 C
D

11
b

+
 c

el
ls

Figure 3

n-3 de�cient

n-3 su�cient

microglia

synaptosomes

microglia

synaptosomes

1

4

32

n-3 su� microglia

n-
3 

su
� 

sy
na

pt
os

om
es

n-
3 

de
f s

yn
ap

to
so

m
es

n-3 def microglia

C1
0:

0

C2
2:

0
C2

0:
0

C1
8:

0
C1

6:
0

C1
4:

0
C1

2:
0

C1
8:

1 
n-

9

C1
8:

2 
n-

6 
(L

N
A

)

C2
2:

1 
n-

9
C2

0:
1 

n-
9

C1
8:

1 
n-

7
C1

6:
1 

n-
7

C1
8:

3 
n-

6
C2

0:
2 

n-
6

C2
0:

4 
n-

6 
(A

A
)

C2
2:

4 
n-

6
C2

2:
5 

n-
6 

(D
PA

)

C1
8:

3 
n-

3 
(A

LA
)

C2
0:

3 
n-

3
C2

0:
5 

n-
3 

(E
PA

)
C2

2:
5 

n-
3

C2
2:

6 
n-

3 
(D

H
A

)

C2
4:

1 
n-

90

15

25

35

5

45

C1
4:

1 
n-

7

40

30

20

10

C1
0:

0

C2
2:

0
C2

0:
0

C1
2:

0

C1
4:

1 
n-

7

C2
2:

1 
n-

9
C2

0:
1 

n-
9

C1
8:

3 
n-

6
C2

0:
2 

n-
6

C2
2:

4 
n-

6
C2

2:
5 

n-
6 

(D
PA

)

C1
8:

3 
n-

3 
(A

LA
)

C2
0:

3 
n-

3
C2

0:
5 

n-
3 

(E
PA

)
C2

2:
5 

n-
3

C2
2:

6 
n-

3 
(D

H
A

)

C2
4:

1 
n-

90

1

1.5

2

0.5

**
*

** *

Fa
tt

y 
ac

id
 c

om
po

si
tio

n
(p

er
ce

nt
 o

f i
de

nt
i�

ed
 p

ea
k 

ar
ea

)

n-3 de�cient
n-3 su�cient

2.5

C1
8:

1n
-7

C2
0:

4 
n-

6 
(A

A
)

C1
6:

0

C1
6:

1

C2
2:

4 
n-

6

C2
4:

1 
n-

9

C1
8:

1 
n-

9

C2
0:

0

C2
0:

1 
n-

7

C1
8:

0

C2
2:

0

C2
0:

1 
n-

9

C2
0:

1

C2
4:

0

C2
2:

5 
n-

6 
(D

PA
)0

30

40

50

*

C2
2:

1 
n-

9

20

10

Fa
tt

y 
ac

id
 c

om
po

si
tio

n
(p

er
ce

nt
 o

f i
de

nt
i�

ed
 p

ea
k 

ar
ea

)

C1
8:

2 
n-

6 
(L

N
A

)

C1
6:

1 
n-

7

C2
0:

3 
n-

6

C2
2:

6 
n-

3 
(D

H
A

)

C1
7:

0

C2
0:

2 
n-

6

C1
6:

1 
n-

9

C2
0:

5 
n-

3 
(E

PA
)

C1
5:

0
C1

4:
0

C1
8:

1

C2
2:

5 
n-

3 
(D

PA
 n

-3
)

0

2

1

3

*
* ***

**

*
C1

6:
1

C2
4:

1 
n-

9

C2
0:

0

C2
0:

1 
n-

7

C2
2:

0
C2

4:
0

C2
2:

1 
n-

9

C1
8:

2 
n-

6 
(L

N
A

)

C1
6:

1 
n-

7

C2
0:

3 
n-

6

C2
2:

6 
n-

3 
(D

H
A

)

C1
7:

0

C2
0:

2 
n-

6

C1
6:

1 
n-

9

C2
0:

5 
n-

3 
(E

PA
)

C1
5:

0
C1

4:
0

C1
8:

1

C2
2:

5 
n-

3 
(D

PA
 n

-3
)

* **

*

***

n-3 de�cient
n-3 su�cient

n-3 de�cientn-3 su�cient

Percoll gradient

Microglia

Fatty acids quanti�cation

Brain
homogenization

SFA
MUFA

n-6 PUFA
n-3 PUFA

n-3 de�cientn-3 su�cient

Dissection
Hippocampus

Ultra-
centrifugations

Synaptosomes

Lipidomics

SFA
MUFA

n-6 PUFA
n-3 PUFA

Sucrose
gradient

***

pHrodo-PE
10

2
10

3
10

4
10

5
10

2
10

3
10

4
10

5

10
2

10
3

10
4

10
510

2
10

3
10

4
10

5

CD
11b-Paci�c Blue-A

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


0

2

3

4F

PS
D

95
/a

ct
in

 (A
.U

.)

H

MFG-E8

Actin

Axl

Mer

ERK

B

Pr
ot

ei
n 

ex
pr

es
si

on
 

C

Figure 4

A

A
nn

ex
in

-V
 s

ta
in

in
g 

(A
.U

)

� � � � �

Fo
ld

 c
ha

ng
e

� � � �

D

E G

0

0.5

1.0 MerTK Axl

0

0.5

1.0

1.5

0

0.5

1.0

1.5

Fo
ld

 c
ha

ng
e

0

0.5

1.0

1.5

0

0.1

0.2

0.3

0.4

M
FG

E8
/a

ct
in

*

n-3 su�cient + sc-cRGD
n-3 de�cient + sc-cRGD
n-3 su�cient + cRGD
n-3 de�cient + cRGD

1

n-3 de�cient
n-3 su�cient

� � � � �

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


**

PS
D

95
/a

ct
in

 (A
U

)

H

Figure 5

Ti
m

e 
 (s

)

I

n-3 su�cient
CD

11
b

D

A

n-3 de�cient + XVA-143

n-3 de�cient
n-3 su�cient + XVA-143

n-3 su�cient2

4

6

0

n-3 de�cient

CD11b

0

50

100

150

200

250

familia
r
novel

familia
r
novel

** **

familia
r
novel

**

n-3 su�cient
n-3 de�cient

C3
 q

ua
nt

i�
ca

tio
n 

on
 

sy
na

pt
os

om
es

 (n
g/

m
g 

pr
ot

ei
n) p=0.0562

0

1

2

3

G

CA1

CD
11

b-
ir 

de
ns

ity
 (A

U
)

p=0.135

0

4

5

3

2

1

DG

0

4

3

2

1

*

familia
r
novel

C1
q

CA1

*

40

0

30

10

20

C1
q-

ir 
de

ns
ity

 (A
U

)

DG

**

E

C3
aR

# 
C3

aR
-ir

 p
os

iti
ve

 c
el

ls

1000

0

800

600

400

200

**

F

n-3 su�cient n-3 de�cient n-3 su�cient n-3 de�cient
B C

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


B

Tx
B2

7-
H

D
o

H
E

Fr
ee

 E
PA

4-
H

D
o

H
E

14
-H

D
o

H
E

5,
6-

EE
T

11
,1

2-
EE

T
12

-H
ET

E
8-

H
ET

E

TR
X

A
3

11
-H

ET
E

PG
D

2

LT
B4

Fr
ee

 A
A

8-
Is

o
-P

G
F3

a

PG
F2

a

8-
Is

o
-P

G
F2

a

PG
E2

6-
Ke

to
 P

G
F1

a

12
S-

H
EP

E
17

S-
H

D
o

H
E

5-
H

EP
E

+
/-

 1
1-

H
EP

E

8,
9-

EE
T

15
-H

ET
E

5-
H

ET
E

PG
J2

9-
H

ET
E

Fr
ee

 D
H

A

0.4 4.5

Microglial AA- DHA- and EPA-derived mediators

n-
3 

de
�c

ie
nt

n-
3 

su
�

ci
en

t
Signi�cantly modulated derivatives

A

EPA and EPA-derived eicosanoids
AA and AA-derived eicosanoids

DHA and DHA-derived docosanoids

LT
B5

LTB5

12-H
ETE

8-H
ETE

TRXA3

15S-H
EPE

17S-H
DoHE

+/- 
11-H

EPE

TRXB3

*

*

0

0.4

0.2

0.6

*
* * *

0.8

#

fre
e AA

fre
e EPA

fre
e DHA

Free forms of AA, EPA and DHA
n

g
/s

am
p

le

*

**
*

0

40

20

60

Fr
ee

 P
U

FA
s

(n
g/

sa
m

p
le

)

0.1
10

*

10
(S

),1
7(

S)
-D

iH
Do

HE

n-3 de�cient
n-3 su�cient

C

Figure 6

n-3 de�cient
n-3 su�cient

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


n-6 (AA)-derivatives

20

30

10

40

0
12-HETE
Ethanol

8-HETE

Figure 7

**

**

20

30

10

40

0

+/- 11-HEPE
Ethanol

15S-HEPE
LTB5
17S-HDoHE

n-3 (EPA/DHA)-derivatives

50

10

20

30

40

0

n-3 su�cient microglia + baicalein 

n-3 de�cient microglia + baicalein

n-3 su�cient microglia

n-3 de�cient microglia

%
 p

ha
go

cy
tic

 C
D

11
b

+
 c

el
ls *

**

C

120 min 60 min 120 min

B

Eth
anol

AA
DHA

EPA

DPA
n-6

60 min

*

***

%
 p

ha
go

cy
tic

 C
D

11
b

+
 c

el
ls 50

10

20

30

40

0

%
 p

ha
go

cy
tic

 C
D

11
b

+
 c

el
ls

%
 p

ha
go

cy
tic

 C
D

11
b

+
 c

el
ls

D

E

*

n-3 de�cient

n-3 su�cient

Percoll gradient n-3 su�cient
microglia

Dissection
Hippocampus

Ultra-
centrifugations

Synaptosomes

Percoll gradient n-3 de�cient
microglia

% phagocytic
CD11b-+ cells

Standard chow-
fed mice pHrodo

PUFAs (24h)
or derivatives (30 min)

A

F

Standard chow-
fed mice

+/- baicalein

Sucrose
gradient

Dissection
Hippocampus

Ultra-
centrifugations

SynaptosomesSucrose
gradient

Brain
homogenization

Brain
homogenization

PE

SS
C

n-3 def microglian-3 su� microglia

co
nt

ro
l

ba
ic

al
ei

n

pHrodo-PE
10

2
10

3
10

4
10

5
10

2
10

3
10

4
10

5

10
2

10
3

10
4

10
5

10
2

10
3

10
4

10
5

CD
11b-Paci�c Blue-A

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


GluA1

GluA2

GluN2A

Subunits protein expression 
(relative fold change) 

GluN2B

GluN1

GluA1

GluN1

GluA2

GluN2B

GluN2A

n-3 de�cie
nt

n-3 su
�cie

nt
0 1 2 3

A B

Supplementary Figure 1

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


Supplementary Figure 3

N
o 

hi
pp

oc
am

pa
l 

G
FA

P-
po

si
tiv

e 
ce

lls

0

100000

150000

200000

250000

300000

50000

Vo
lu

m
e 

of
 th

e 
hi

pp
oc

am
pu

s
(in

 m
m

3)

0

6

8

10

12

14

4

2

D
en

si
ty

 o
f N

eu
N

 s
ta

in
in

g 
in

 th
e 

hi
pp

oc
am

pu
s 

(a
rb

itr
ar

y 
un

it)

0

2000000

3000000

4000000

5000000

6000000

1000000

A B C

Bc
l2

/a
ct

in
(%

 o
f c

on
tr

ol
)

Bax

n-3

de�cient
n-3 

su
�cie

nt

Actin

Bcl2

Actin

N
o 

of
 a

po
pt

ot
ic

 c
el

ls
 

in
 th

e 
CA

1 
ar

ea

0

50

100

150

Ba
x/

ac
tin

(%
 o

f c
on

tr
ol

)

D E F

0

60

80

20

0

50

100

150

n-3 

de�cient
n-3 

su
�cie

nt

40

%
  C

D
45

hi
gh

-C
D

11
b+

m
ac

ro
ph

ag
es

2.0

0

1.5

1.0

0.5

G

G
FA

P 
im

m
un

or
ea

ct
iv

ity
(a

rb
itr

ar
y 

un
it)

0

0.3

0.6

0.9

Cl
au

di
n-

5 
im

m
un

or
ea

ct
iv

ity
(a

rb
itr

ar
y 

un
it)

0

10000

20000

30000

I

MK

H

L

Ig
G

 im
m

un
or

ea
ct

iv
ity

(a
rb

itr
ar

y 
un

it)

0

0.1

0.3

0.4

0.2

J

GFAP

IgG Claudin-5

n-3 su�cient n-3 de�cient

n-
3 

su
�

ci
en

t
n-

3 
de

�c
ie

nt

n-
3 

su
�

ci
en

t
n-

3 
de

�c
ie

nt

n-3 su�cient
n-3 de�cient

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


Supplementary Figure 4

Fa
tt

y 
ac

id
 c

om
po

si
tio

n
(n

or
m

al
iz

ed
 to

 n
-3

 s
u�

ci
en

t g
ro

up
)

n-3 de�cient
n-3 su�cient

***

0

1

C16:0

PUFAs

C18:1 n-9
C18:0

SFAs

MUFAs

DMA C16:0

C18:1 n-7

n-3
 PUFAs

C20:4 n-6 (A
A)

C22:4 n-6

C22:5 n-6 (D
PA

)

n-6
 PUFAs

C20:3 n-9

C22:6 n-3 (D
HA)

DMAs

DMA C18:1 n-7

DMA C18:1 n-9

DMA C18:0

*
***

***
***

***

***

***
***

***
***

*** **

***4

6

n-6
/n

-3
 PUFA 

ra
tio

2

3

5
.CC-BY-NC-ND 4.0 International licenseunder a

not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 
The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


0

50

100

200 *

150

PSD95

Actin

RGD

sc-cR
GD

PS
D

95
 p

ro
te

in
 e

xp
re

ss
io

n 
le

ve
l

(n
or

m
al

iz
ed

 to
 a

ct
in

)

Supplementary Figure 5

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


Supplementary Figure 6

n-3 su�cient
n-3 de�cient

Fo
ld

 c
ha

ng
e

0.6

1.2

1.0

0.8

**

cd11b

Fo
ld

 c
ha

ng
e

0

1.5

1.0

0.5

**

cx3cr1

Fo
ld

 c
ha

ng
e

0

1.5

1.0

0.5

**

tgfb

Fo
ld

 c
ha

ng
e

0

1.5

1.0

0.5

**

cx3cl1

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/


AA / XVA

A
A

/s
al

in
e

A
A

/X
VA

D

AA / saline

AA
saline

AA
XVA

8

0

6

2

4

%
 p

ha
go

cy
tic

 c
el

ls

C
*3.5

0

2.5

2.0

1.5

%
 p

ha
go

cy
tic

 c
el

ls
(n

or
m

al
iz

ed
 to

 c
on

tr
ol

)

3.0

LO
W

HIG
H

MEDIU
M

1.0

0.5

*

A B

Et
h

A
A

Supplementary Figure 7

.CC-BY-NC-ND 4.0 International licenseunder a
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which wasthis version posted September 4, 2019. ; https://doi.org/10.1101/744136doi: bioRxiv preprint 

https://doi.org/10.1101/744136
http://creativecommons.org/licenses/by-nc-nd/4.0/

