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Abstract: Ammodytes personatus, known as the Pacific sand lance, thrives in cold areas of the North
Pacific. In this study, the total lipid was extracted from A. personatus eggs and the fatty acid com-
position was determined using gas chromatography (GC)-flame ionization detection (FID). The
results showed that the extracted lipid contained high content of polyunsaturated fatty acids (PU-
FAs). The immunomodulatory activities of the A. personatus lipid were investigated using rodent
macrophages. First, immune enhancement was analyzed, and the A. personatus lipid significantly
and dose-dependently increased the NO production in RAW264.7 cells, and this lipid also regu-
lated the transcription of immune-associated genes in RAW264.7 cells by activating the NF-«B and
MAPK pathways. Additionally, flow cytometry revealed that this lipid stimulated phagocytosis.
Conversely, the anti-inflammatory activity of the A. personatus lipid was also analyzed and the results
showed significantly decreased NO production and gene expression in a dose-dependent manner
in LPS-stimulated RAW264.7 cells. In addition, the A. personatus lipid suppressed the LPS-induced
phosphorylation of proteins related to the NF-kB and MAPK pathways in LPS-stimulated RAW264.7
cells. Further, flow cytometry demonstrated the lipid-regulated anti-inflammatory activity via inhi-
bition of CD86 expression. The results indicate that A. personatus egg lipid is a potential source of
immunomodulation.

Keywords: Ammodytes personatus; lipids; eggs; immunomodulatory; nitric oxide; gene expression;
NF-kB and MAPK pathway; flow cytometry

1. Introduction

The host immune response is a cellular reaction designed to resist external invaders [1]. In-
nate immunity is mainly active when the receptors detect external pathogens [2]. Macrophages
are important cells in the innate immune system [3] and are widely known to cause inflam-
mation and secrete pro-inflammatory cytokines and mediators, such as tumor necrosis fac-
tor (TNF)-«, interleukin (IL)-1(, IL-6, nitric oxide (NO), and prostaglandin E2 (PGE;) [34].
NO is synthesized by nitric oxide synthase (NOS). It mediates biological functions such as
immune signaling in the defense system [5]. However, excessive NO and pro-inflammatory
cytokines can induce acute and prolonged inflammation, tissue damage, and various dis-
eases, suggesting the need to control the production of pro-inflammatory cytokines and
mediators [6]. The cell surface receptors respond to external stimuli such as lipopolysaccha-
rides (LPS) or bacteria, which induce the increased synthesis of pro-inflammatory cytokines
and NO to eliminate external invaders [7] via activation of the mitogen-activated protein
kinase (MAPK) and nuclear factor (NF)-«B [8,9].
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Lipids, including fat-soluble vitamins and fatty acids, are critical to human health [10].
Omega-3 and omega-6 polyunsaturated fatty acids (PUFAs) are converted to molecules asso-
ciated with physiological inflammation and immune modulation [11], such as leukotrienes,
prostacyclin, and prostaglandins [12]. Arachidonic acid (C20:4 n-6, ARA), an omega-6
PUFA, is a pro-inflammatory eicosanoid, while dihomo-gamma-linoleic acid (C20:3 n-6,
DGLA) is a precursor of anti-inflammatory eicosanoids [11]. In addition, omega-3 PUFAs
including eicosapentaenoic acid (EPA, anti-inflammatory eicosanoid) and docosahexaenoic
acid (DHA, anti-inflammatory docosanoid) were found to play a key role in immune-
related disease [11,13].

Fish eggs generally contain minerals, vitamins, amino acids, and lipids, which are
important nutritional factors for human health [14]. The lipids in fish eggs play an im-
portant physiological role as an energy reserve for normal growth and development and
as structural components in the membrane. Marine fish eggs are very important sources
of lipids and essential fatty acids, such as Oncorhynchus mykiss, Centropomus undecimalis,
Sthenoteuthis oualaniensis, Gadus morhua, Salmo salar, Gadus chalcogrammus, Parexocoetus
brachypterus, and Clupea harengus, which are rich in EPA and DHA [15-19]. Further, DHA
and EPA in fish eggs [20] are also known to produce physiologically active substances,
which are regulated in the induction/suppression of inflammation [21]. The lipid extracts
from Arctoscopus japonicus eggs were reported to contain the highest levels of omega-3
PUFAs. They exhibited relatively potent anti-inflammatory activity, which inhibited the
production of NO, the expression of iNOS, COX-2, IL-18, IL-6, and TNF-«, and protein ex-
pression by suppressing the NF-«B and MAPK signaling pathways in macrophages [14,22].
Additionally, Han et al. [23] reported that cytokine secretion and NO production enhanced
the immunomodulatory activity of DHA by regulating the activation of GPR120, C-Raf,
MAPKSs, and NF-«B p65 in RAW264.7 cells.

Ammodytes personatus (Pacific sand lance) are found in Korea, Japan, China, Russia,
and Alaska. In Korea, A. personatus is distributed in Incheon, Chungnam, and Gangwon
in the East Sea [24]. Most studies investigated the genetic, physiological, ecological, and
chemical characteristics [25-28], while their biological activities remain unclear. A. per-
sonatus contains high levels of omega-3 fatty acids, especially DHA and EPA (16-28% of
total fatty acids) [29-31]. However, no other study has reported the fatty acid composition
or the immune regulatory function of A. personatus egg lipids. Therefore, the present
study evaluated the immunomodulatory activities of A. personatus egg lipids in vitro using
RAW264.7 macrophages.

2. Results
2.1. Fatty Acid Analysis of A. personatus Egg Lipid

The fatty acid composition of the lipid extracted from A. personatus eggs is shown
in Figure 1. PUFAs constitute 52.22 =+ 0.89% of all fatty acids in the lipids derived from
A. personatus eggs. These lipids contain a high amount of omega-3 PUFAs, especially
DHA, which constitutes 29.04 & 0.53% of all fatty acids. In addition, these lipids consist of
22.51 £ 1.00% of monounsaturated fatty acids (MUFAs) and 25.27 & 0.65% of saturated
fatty acids (SFAs). The level of C16:0, which is the predominant fatty acid in mammalian
cells [3], was significantly higher than the levels of other SFAs (22.05 £ 0.56%).
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Figure 1. Fatty acid composition of A. personatus egg lipid. Data are presented as means =+ standard
deviation (n = 5). The letters a, b, ¢, d, e, f, g, h, and i indicate significant differences (p < 0.05)
between the fatty acid levels. ALA = alpha-linoleic acid, DHA = docosahexaenoic acid, EPA =
eicosapentaenoic acid, LA = linoleic acid, MUFA = monounsaturated fatty acid, OA = oleic acid,
PUFA = polyunsaturated fatty acid, and SFA = saturated fatty acid.

2.2. Effect of A. personatus Egg Lipid on Cytotoxicity and NO Production in RAW264.7 Cells

The cytotoxicity of the A. personatus egg lipid was measured using the EZ-Cytox
Cell Viability Assay Kit. Low concentrations (0.5% and 1.0%) of lipid extracted from A.
personatus egg were not cytotoxic to RAW264.7 cells, while high concentrations of lipid
(1.5% and 2.0%) significantly and slightly reduced cell proliferation (Figure 2a). However,
the A. personatus egg lipid significantly enhanced the proliferation of LPS-stimulated
RAW264.7 cells (Figure 2c). Further, to evaluate the potential immunomodulatory effects of
the A. personatus egg lipid, NO production was evaluated in RAW264.7 cells depending on
whether or not LPS was used. The production of NO was remarkably increased according
to the increase in the lipid concentrations of RAW?264.7 cells in the absence of LPS treatment
(Figure 2b). Conversely, the A. personatus egg lipid significantly suppressed LPS-induced
NO production in RAW264.7 cells (Figure 2d).

2.3. Effect of A. personatus EQg Lipid on Immune-Related Gene Expression

Figure 3 shows the immunomodulatory effects of A. personatus egg lipid mediated
via immune-related gene expression in RAW264.7 cells. Treatment of the A. personatus egg
lipid in RAW264.7 cells without LPS stimulation significantly enhanced the expression
of pro-inflammatory cytokines (IL-1f, IL-6, and TNF-x) and mediators (iNOS and COX-
2) in a concentration-dependent manner (Figure 3a). Conversely, the A. personatus egg
lipid exhibited the anti-inflammatory effects via decreased expression of pro-inflammatory
molecules in LPS-stimulated RAW264.7 cells (Figure 3b).
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Figure 2. The effects of lipid extracted from A. personatus eggs. (a) Cell proliferation in RAW264.7
cells in the absence of LPS stimulation; (b) NO production in RAW264.7 cells in the absence of LPS; (c)
cell proliferation in LPS-stimulated RAW264.7 cells; (d) NO production in LPS-stimulated RAW264.7
cells. RAW264.7 cells were pre-treated with various concentrations of lipid. After 1 h, cells were
stimulated with or without 1 pg/mL of LPS for 24 h. Data are presented as means + standard
deviation (n = 3). The letters a, b, ¢, and d indicate significant differences (p < 0.05) between treatment
groups. TL = total lipid.
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Figure 3. The effects of lipid extracted from A. personatus eggs on immune-related mRNA expression. (a) mRNA expression
in RAW264.7 cells without LPS stimulation; (b) mRNA expression in LPS-stimulated RAW264.7 cells. Data are presented as
means =+ standard deviation (1 = 3). The letters a, b, ¢, d, e, and f indicate significant differences (p < 0.05) between treatment

groups. TL = total lipid.

2.4. Effect of A. personatus EQg Lipid on Phagocytic Uptake

The phagocytosis of RAW264.7 cells induced by the A. personatus egg lipid was
investigated via flow cytometry using FITC-dextran. As shown in Figure 4, phagocy-
tosis of RAW264.7 cells was significantly upregulated by LPS compared with normal
cells. Treatment with 0.5% A. personatus egg lipid did not increase the phagocytic activity
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of macrophages. However, exposure to high concentrations of A. personatus egg lipid
(1.0-2.0%) significantly boosted the phagocytic activity of RAW264.7 cells.
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Figure 4. The effects of lipid extracted from A. personatus eggs on phagocytosis of RAW264.7 cells.
(a) Flow cytometry analysis of FITC—dextran uptake and (b) percentage of mean fluorescence intensity
(MFI). Data are presented as means + standard deviation (1 = 3). The letters a, b, ¢, and d indicate
significant differences (p < 0.05) between treatment groups. M1 = classically activated macrophage
phenotype (related to immune stimulation activity) and TL = total lipid.

2.5. Effect of A. personatus Egg Lipid on Inflammatory Cell Surface Molecule Expression

The expression of surface molecules, which is correlated with the inflammatory re-
sponse, was evaluated in LPS-stimulated RAW264.7 cells. Figure 5a,b show that the CD86
expression on the surfaces of RAW264.7 cells was significantly upregulated upon LPS
stimulation. Treatment of A. personatus egg lipid resulted in CD86 downregulation in
LPS-stimulated RAW264.7 cells according to the lipid concentration. Similarly, LPS in-
creased the expression of CD14 compared with RPMI-treated RAW264.7 cells (Figure 5c,d).
However, the expression of CD14 was slightly reduced in the LPS-induced RAW264.7 cells.
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Figure 5. The effects of lipid extracted from A. personatus eggs on the expression of cell surface molecules. (a) Representative

flow cytometry analysis of CD86 expression; (b) MFI of CD86 expression; (c) representative flow cytometry analysis of
CD14 expression, and (d) MFI of CD14 expression. Data are presented as means =+ standard deviation (1 = 3). The letters a,
b, ¢, d, and e indicate significant differences (p < 0.05) between treatment groups. M1 = classically activated macrophage
phenotype (related to immune stimulation activity) and TL = total lipid.

2.6. Effect of A. personatus EQg Lipid on MAPK and NF-xB Signaling Pathways

To further confirm the immunomodulatory effects of the lipid extracted from A. person-
atus eggs in RAW264.7 cells, the activation of immune-related signaling molecules such as
NF-kB and mitogen-activated protein kinase (MAPK) was analyzed. LPS was used to stimu-
late RAW264.7 cells and also used as a negative control. As shown in Figure 6a,b, RAW264.7
cells were activated by the A. personatus egg lipid, resulting in increased phosphorylation of
immune-associated proteins such as NF-«B p65, JNK, ERK, and p38. The levels of synthesis
were consistent with increasing lipid concentrations. Conversely, the expression of phospho-
rylated proteins induced by LPS was suppressed in a dose-dependent manner when the cells
were treated with A. personatus egg lipid (Figure 6¢,d).
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Figure 6. Effect of A. personatus egg lipid on proteins associated with NF-kB and MAPK pathways.
(a) Western blot of proteins from RAW264.7 cells in the absence of LPS; (b) relative band intensity
of proteins from RAW264.7 cells without LPS stimulation; (c) Western blot of proteins from LPS-
stimulated RAW264.7 cells, and (d) relative band intensity of proteins derived from LPS-stimulated
RAW?264.7 cells. Data are presented as means =+ standard deviation (n = 3). The letters a, b, ¢, d, and
e indicate significant differences (p < 0.05) between treatment groups. TL = total lipid.

3. Discussion

A. personatus, a type of redfish, is a physiologically important marine organism con-
taining useful minerals and biomacromolecules, such as EPA, DHA, and taurine. The
current study investigated the immunomodulatory activities of the total lipid extracted
from A. personatus eggs in RAW264.7 monocyte/macrophage-like cells. It was found that
the A. personatus egg lipid affected the immune-stimulatory and anti-inflammatory function
of RAW264.7 cells.

The total lipid of A. personatus contained elevated levels of DHA, one of the most
abundant fatty acids and a nutritionally critical omega-3 fatty acid [32]. Omega-3 fatty acids
are known to exhibit inflammatory responses [33]. Omega-3 fatty acids such as EPA and
DHA, and their derivatives, have potent anti-inflammatory properties [33,34]. In addition,
omega-9 fatty acids such as oleic acid also have the ability to increase the production
of anti-inflammatory cytokine IL-10 and decrease the production of pro-inflammatory
cytokines such as TNF-« and IL-1$3 [35]. Further, omega-6 fatty acids (linoleic acid and
arachidonic acid) have been reported to induce the host immune response by stimulating
pro-inflammatory signaling pathways such as phosphatidylinositol 3-kinase/amino kinase
terminal (PI3K/Akt) and ERK1/2 MAPK [36]. These results suggest that the total lipid
content of A. personatus may contribute to the anti-inflammatory effects mediated via
omega-3 and omega-9 fatty acids, despite ongoing immune stimulation by omega-6 fatty
acids. In addition, our results showed that the total lipid of A. personatus presented the
highest amounts of palmitic acid (C16:0) and oleic acid (C18:1n-9); both fatty acids are
structural components of the cell membrane and a major source of energy metabolism in
fish during growth, egg formation in females, and fish spawning [37,38]. PUFAs are also
structural components of the cell membrane and provide growth promotion in fish [37,38].

Macrophages release NO during immune and inflammatory responses. NO produced
from macrophages is toxic to infection [5]. However, the excessive production of NO may
adversely affect the host cells [39]. As shown in Figure 2b, A. personatus lipid increased
the production of NO under normal conditions without LPS stimulation. Further, the
expression of immune-associated cytokines such as IL-18, IL-6, and TNF-a was dose-
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dependently increased by the A. personatus lipid (Figure 3a). These results are similar to
the increased NO production and expression of pro-inflammatory cytokines, including
TNF-a and IL-6, in macrophages accumulating long-chain SFAs [40]. In LPS-stimulated
RAW264.7 cells, the A. personatus lipid decreased the production of LPS-induced NO in a
dose-dependent manner. The supplementation of RAW264.7 cells with A. personatus lipid
significantly suppressed the transcription of pro-inflammatory cytokine genes. Our results
are similar to the effects of an omega-3 fatty acid lipid emulsion [41] and the combination
of DHA and quercetin [42] on LPS-induced RAW264.7 cells. In addition to NO production,
phagocytosis is one of the key defense mechanisms against foreign intruders [43]. A.
personatus lipid enhanced the phagocytic function of RAW264.7 cells in a dose-dependent
manner; phagocytosis is the initial response of macrophages [44]. In LPS signaling, LPS
activates the activated antigen-presenting cells (APCs) by signaling via TLR-4; these are
potent inducers of accessory/costimulatory molecules, such as CD14, CD40, CD80, and
CD86 [45]. As shown in Figure 5, A. personatus lipid inhibited the expression of CD14 and
CD86, which was decreased in LPS-stimulated RAW?264.7 cells, depending on the lipid
concentration (0.5-2.0%).

In the present study, A. personatus lipid mediated anti-inflammatory and immune
stimulatory effects via proteins involved in the MAPK and NF-«B signaling pathways. The
phosphorylation of NF-kB p65 was enhanced in RAW264.7 cells at high concentrations of
A. personatus lipid (1.5% and 2.0%). A similar pattern was observed regarding the phospho-
rylation of MAPK-associated proteins (ERK1/2, JNK, and p38). As shown in Figure 6¢,d,
A. personatus lipid exerted a significant inhibitory effect. Similar to our study, the lipids ex-
tracted from marine sources such as Arctoscopus japonicus eggs, Nostoc commune, and Salvia
miltiorrhiza exhibited significant anti-inflammatory activity by inhibiting the activation of
the NF-kB and MAPK pathways in RAW264.7 cells [22,46,47]. In addition, Monmai et al. [4]
reported that H. aurantium tunic fatty acids also exerted immunomodulatory effects by
regulating the activity of these pathways.

Furthermore, the four lipid fractions, namely total lipids, neutral lipids, glycolipids,
and phospholipids, from A. japonicus eggs have demonstrated strong anti-inflammatory
effects in RAW264.7 macrophages stimulated with LPS [14,22]. Our results show that A. per-
sonatus lipid exerted anti-inflammatory and immune enhancement effects on macrophages.
Taken together, these results indicate that the lipid extract from A. personatus eggs is proven
to exert effective immunomodulatory activity.

4. Materials and Methods
4.1. Preparation of A. personatus Eggs

A. personatus used in this study was purchased in Jumunjin fish market, the East Sea
coast, Gangwon Province, South Korea, in January 2019. A. personatus eggs were collected
and frozen for 1 day. The frozen sample was freeze-dried and crushed before use in further
experiments.

4.2. Lipid Extraction Method

The extraction of the lipid from A. personatus eggs was carried out as described by
Bligh and Dyer [48], with some modifications. The extraction solution was prepared as a
mixture of chloroform and methanol at the ratio of 1:2. The extraction solution (30 mL) was
added to 4.5 g of ground, frozen, and dried A. personatus eggs, followed by homogenization
for 2 min. Another 10 mL of chloroform was added to the mixture and homogenized for
30 s. Ten milliliters of distilled water were added and homogenized for 30 s, followed by
centrifugation at 3000 rpm for 10 min. The lowest layer (lipid layer) was transferred to a
new tube and then filtered into a 250 mL flask using filter paper (chm filter paper, CHMLAB
Group, Barcelona, Spain). The filtrates were filtered through a 0.2 um PTFE membrane filter
(CHMLAB Group, Barcelona, Spain) and evaporated using a rotary evaporator (IKA® RV10,
EYELA, Shanghai, China). The pellet sample was dissolved with 5 mL of hexane. The lipid
solution was evaporated using the 12-position N-EVAP® nitrogen evaporator (N-EVAP, USA).
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The yield of extracted lipid was 1.08 &= 0.04 g or 23.93 = 0.90% of dried material. The dried
lipid was dissolved in DMSO to obtain a final concentration of 20 mg/mL.

4.3. Gas Chromatography

The fatty acids were isolated from the A. personatus egg lipid using the method
of Garces and Mancha [49] and fatty acid methyl esters (FAMEs) were prepared using a
modified one-step lipid extraction method [49,50]. The fatty acid composition was analyzed
using gas chromatography (GC)-flame ionization detection (FID) (Perkin Elmer, Waltham,
MA, USA). The chromatographic peaks of FAMEs were identified by comparing their
retention times with the internal standard C17:0 (Sigma-Aldrich, Burlington, MA, USA).

4.4. Animal Cell Culture

RAW264.7 cells were purchased from the Korean Cell Line Bank (South Korea). The
cells were maintained in RPMI-1640 medium (Gibco, Waltham, MA, USA) supplemented
with heated 10% fetal bovine serum (FBS; Welgene, Gyeongsan-si, South Korea) and 1%
Penicillin/Streptomycin (Welgene, Gyeongsan-si, South Korea). The cells were incubated
at 37 °C in a humidified atmosphere containing a 5% CO, incubator.

4.5. Cell Proliferation and NO Production Assay

RAW?264.7 cells were seeded in each well at a concentration of 1 x 10° cells of a
96-well-plate. The plate was incubated at 37 °C, 5% CO; for 24 h. The cells were pre-treated
with various concentrations of A. personatus egg lipids. After 1 h, cells were stimulated
with or without 1 ug/mL of LPS and incubated for 24 h. The NO production was measured
using the cultured supernatant and a Griess reagent (Promega, Madison, WI, USA) [51].
The stimulated cells and EZ-Cytox Cell Viability Assay Kit (DaeilLabservice, South Korea)
were used to measure cell proliferation [52]. The absorbance of the solution was mea-
sured using a micro enzyme-linked immunosorbent assay (BioTek, Winooski, VT, USA) at
450 nm or 540 nm for cell proliferation and NO production, respectively. The cell prolifera-
tion ratio was calculated using the following formula:

_ The absorbance of sample at 450 nm

= 1
The absorbance of control at 450 nm x 100

Cell proliferation ratio (%)

4.6. RNA Extraction and cDNA Synthesis

The total RNA was extracted from the stimulated cells using TRI Reagent® (Molecular
Research Center, Inc., Cincinnati, OH, USA). The lysate was transferred to a 1.5 mL microtube
and homogenized with 200 pL chloroform, followed by centrifugation at 13,000 rpm, 4 °C
for 10 min. The upper layer was transferred to a new 1.5 mL microtube. Isopropanol was
added to the solution and the tube was stored at 4 °C for 10 min. The RNA pellet was
collected via centrifugation at 13,000 rpm, 4 °C for 10 min. Total RNA was washed three
times with 70% ethanol. The RNA was dried by opening the microtube cap. Total RNA was
dissolved with nuclease-free water and stored at —20 °C until use. Total RNA concentration
was measured using a Nanophotometer (Implen, Germany). One thousand nanograms
of RNA were used for complementary DNA (cDNA) synthesis using a high-capacity
cDNA reverse transcription kit (Applied Biosystems, Waltham, MA, USA) according to the
manufacturer’s instructions.

4.7. Real-Time PCR Analysis of Immune-Associated Gene Expression

The immune-associated gene expression was measured using 10 ng of cDNA and
SYBR Premix EX Taq II (Takara Bio Inc., Kusatsu, Japan) in a QuantStudio™ 3 Real-Time
PCR System (Applied Biosystems, Waltham, MA, USA). The specific primer sets used
are listed in Table 1. The experiment was performed in triplicate and analyzed on a
QuantStudio™ 3 FlexReal-Time PCR System.
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Table 1. The sequences of oligonucleotide primers used in the analysis of immune genes
of macrophages.

Gene Accession No. Sequence (5" — 3')

Forward: TTCCAGAATCCCTGGACAAG

oS BC062378.1 Reverse: TGGTCAAACTCTTGGGGTTC
o e B ST
e NMLOBLISS2 A GAATIGCCATTGCACAAC
cox NMLOIA e TGO TTCCAGTATICAG
B-actin NM. 0073935 Forward: CCACAGCTGAGAGGGAAATC

Reverse: AAGGAAGGCTGGAAAAGAGC

4.8. Determination of Phagocytic Uptake

RAW264.7 cells were seeded at a concentration of 2 x 10° cells/well and treated with
different concentrations of A. personatus egg lipid. The cells were collected by centrifugation
and incubated with 1 mg/mL of FITC-dextran (Sigma-Aldrich, Burlington, MA, USA) at
37 °C for 1 h [53]. After incubation, cells were washed with cold FACS buffer (2% FBS and
0.1% sodium azide in 1 x PBS). Cellular uptake of FITC-dextran was analyzed using a
CytoFLEX Flow Cytometer (Beckman Coulter, Inc., Brea, CA, USA).

4.9. Expression of Surface Molecules on RAW264.7 Cells

The expression of surface molecules on RAW264.7 cells was evaluated using the
method of Rhule et al. [54]. The macrophages were seeded at a concentration of 2 x 10°
cells/well and incubated for 24 h. The cells were treated with various concentrations of A.
personatus egg lipid and the plates were incubated for 1 h. The cells were stimulated with or
without 1 ng/mL of LPS. After 24 h of incubation, the cells were collected in a 1.5 mL tube
and washed with cold FACS buffer. Cells were blocked with 600 pg/mL of purified rat IgG
(eBioscience, Inc., San Diego, CA, USA) for 10 min. The cells were stained with CD86-APC
(eBioscience, Inc., San Diego, CA, USA) or CD14-FITC (eBioscience, Inc., San Diego, CA,
USA) antibodies and their isotype control for an additional 10 min. The unconjugated
antibodies were removed by washing the cells with FACS buffer. During each treatment,
100,000 cells were analyzed using the CytoFLEX Flow Cytometer and CytExpert program
(Beckman Coulter, Inc., Brea, CA, USA). The experiment was performed in triplicate.

4.10. Western Blotting Assay

The cells were collected and protein from each treatment was isolated using a radio-
immunoprecipitation assay buffer (Tech & Innovation, Zhangjiakou, China) containing
0.1% protease & phosphatase inhibitor cocktail and 0.5 mM EDTA solution (Thermofisher,
Waltham, MA, USA). The extracted protein was quantified using the Pierce™ BCA Protein
Assay (Thermo Scientific, Waltha, MA, USA). The same amount of protein (30 pg) from
each treatment was separated via SDS—polyacrylamide gel electrophoresis and transferred
to a polyvinylidene fluoride membrane (Merck, Kenilworth, NJ, USA). The membrane
was blocked with 5% skim milk and 0.1% Tween 20 in 1x Tris-buffer saline (TBS) for
1 h. The Western blot was performed using the method of Narayanan et al. [39]. The
antibodies specific to phospho (p)-nuclear factor (NF)-«kB p65 (Cell Signaling Technology,
Danvers, MA, USA), p-ERK1/2 (Cell Signaling Technology, Danvers, MA, USA), p-JNK
(Cell Signaling Technology, Danvers, MA, USA), p-p38 (Cell Signaling Technology, Danvers,
MA, USA), and «-tubulin (Abcam, Cambridge, UK) were used. The protein signaling was
detected using Pierce® ECL Plus Western Blotting Substrate (Thermo Scientific, Waltha,
MA, USA). The signaling blot was imaged using a ChemiDoc XRS+ imaging system (Bio-



Molecules 2021, 26, 6027 11 of 13

Rad, Hercules, CA, USA) and quantified using ImageLab software (version 4.1, Bio-Rad,
Hercules, CA, USA).

4.11. Statistical Analysis

The Statistix 8.1 software was used for statistical analysis. One-way analysis of
variance (one-way ANOVA) followed by Turkey’s pairwise comparisons at p < 0.5 were
used to analyze the differences between treatment groups.

5. Conclusions

The present study demonstrated the immune regulatory effects of SFA, MUFA, and
PUFA present in A. personatus egg lipid on RAW264.7 macrophages. The immune en-
hancement was mediated by the increased production of NO, pro-inflammatory mRNA
expression, and NF-«kB- and MAPK-associated proteins related to the immune system,
and phagocytosis in RAW264.7 cells. In addition, the anti-inflammatory effects were also
assessed in LPS-stimulated RAW264.7 cells. The A. personatus egg lipid reduced the ex-
pression of LPS-induced immune biomarkers such as NO, pro-inflammatory genes, and
CD86 cell surface molecules. These findings provide insight into the mechanism behind
the immune response elicited by A. personatus egg lipid in RAW264.7 cells and suggest that
A. personatus eggs represent a potential lipid source for immune modulation.

Author Contributions: ].H.L. designed and performed the experiments, analyzed the data, and wrote
the manuscript. G.S.C. designed and performed the experiments. C.M., W.R.-i. and A .-y.]. edited
the manuscript. W.J.P. designed the experiments, analyzed the data, and wrote the manuscript. The
authors’ contributions to this study are as follows: conceptualization, C.M. and W.].P.; methodology,
J.H.L., G.S.C. and C.M.; software, J.H.L., CM. and W.R.-i.; validation, J.H.L., C.M. and W.R.-i.; formal
analysis, ] H.L., CM. and W.R.-i,; investigation, ]. H.L.; resources, W.J.P.; data curation, W.R.-i., C.M.
and W.J.P; writing—original draft preparation, ].H.L.; writing—review and editing, W.R.-i.,, C.M.,
A.-y]J. and W].P; visualization, ] H.L., C.M. and W.R.-i.; supervision, W.J.P,; project administration,
W.J.P,; funding acquisition, W.J.P. All authors have read and agreed to the published version of the
manuscript.

Funding: This study was partially supported by the Basic Science Research Program of the National
Research Foundation of Korea (NRF), which is funded by the Ministry of Science, ICT & Future
Planning (2019R1A2B5B01070542). This project was also supported by the University Emphasis
Research Institute Support Program (No. 2018R1A61A03023584), which is funded by the National
Research Foundation of Korea.

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.
Data Availability Statement: Not applicable.

Conflicts of Interest: The authors have no conflict of interest to declare.

References

1.  Hooper, L.V,; Littman, D.R.; Macpherson, A.]. Interactions between the microbiota and the immune system. Science 2012, 336,
1268-1273. [CrossRef]

2. Medzhitov, R.; Janeway, C., Jr. Innate immune recognition: Mechanisms and pathways. Immunol. Rev. 2000, 173, 89-97. [CrossRef]
[PubMed]

3. Fujiwara, N.; Kobayashi, K. Macrophages in inflammation. Curr. Drug Targets Inflamm. Allergy 2005, 4, 281-286. [CrossRef]

4. Monmai, C,; Go, S.H,; Shin, LS; You, S.G.; Lee, H.; Kang, S.B.; Park, W.J. Inmune-enhancement and anti-inflammatory activities
of fatty acids extracted from Halocynthia aurantium tunic in RAW264.7 cells. Mar. Drugs 2018, 16, 309. [CrossRef] [PubMed]

5. Korhonen, R; Lahti, A.; Kankaanranta, H.; Moilanen, E. Nitric oxide production and signaling in inflammation. Curr. Drug
Targets Inflamm. Allerqy 2005, 4, 471-479. [CrossRef]

6. Inkanuwat, A.; Sukaboon, R.; Reamtong, O.; Asawanonda, P,; Pattaratanakun, A.; Saisavoey, T.; Sangtanoo, P.; Karnchanatat,

A. Nitric oxide synthesis inhibition and anti-inflammatory effect of polypeptide isolated from chicken feather meal in
lipopolysaccharide-stimulated RAW 264.7 macrophages. Food Technol. Biotechnol. 2019, 57, 200-212. [CrossRef]


http://doi.org/10.1126/science.1223490
http://doi.org/10.1034/j.1600-065X.2000.917309.x
http://www.ncbi.nlm.nih.gov/pubmed/10719670
http://doi.org/10.2174/1568010054022024
http://doi.org/10.3390/md16090309
http://www.ncbi.nlm.nih.gov/pubmed/30200438
http://doi.org/10.2174/1568010054526359
http://doi.org/10.17113/ftb.57.02.19.5964

Molecules 2021, 26, 6027 12 of 13

10.
11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

Palmieri, E.M.; McGinity, C.; Wink, D.A.; McVicar, D.W. Nitric oxide in macrophage immunometabolism: Hiding in plain sight.
Metabolites 2020, 10, 429. [CrossRef] [PubMed]

Li, Q.; Verma, .M. NF-«B regulation in the immune system. Nat. Rev. Immunol. 2002, 2, 725-734. [CrossRef]

Hommes, D.W.; Peppelenbosch, M.P,; van Deventer, S.J.H. Mitogen activated protein (MAP) kinase signal transduction pathways
and novel anti-inflammatory targets. Gut 2003, 52, 144-151. [CrossRef]

Roche, H.M. Unsaturated fatty acids. Proc. Nutr. Soc. 1999, 58, 397—401. [CrossRef]

Wolfe, L.S. Eicosanoids: Prostaglandins, thromboxanes, leukotrienes, and other derivatives of carbon-20 unsaturated fatty acids.
J. Neurochem. 1982, 38, 1-14. [CrossRef]

Massey, K.A.; Nicolaou, A. Lipidomics of polyunsaturated-fatty-acid-derived oxygenated metabolites. Biochem. Soc. Trans. 2011,
39, 1240-1246. [CrossRef]

Calder, P.C. Omega-3 polyunsaturated fatty acids and inflammatory processes: Nutrition or pharmacology? Br. . Clin. Pharmacol.
2013, 75, 645-662. [CrossRef] [PubMed]

Rod-In, W.; Monmai, C.; Shin, L.-S.; You, S.; Park, W.J. Neutral lipids, glycolipids, and phospholipids, isolated from Sandfish
(Arctoscopus japonicus) eggs, exhibitanti-inflammatory activity in LPS-stimulated RAW264.7 cells through NF-«kB and MAPKs
pathways. Mar. Drugs 2020, 18, 480. [CrossRef] [PubMed]

Al-Sayed Mahmoud, K.; Linder, M.; Fanni, J.; Parmentier, M. Characterisation of the lipid fractions obtained by proteolytic and
chemical extractions from rainbow trout (Oncorhynchus mykiss) roe. Process Biochem. 2008, 43, 376-383. [CrossRef]

Yanes-Roca, C.; Rhody, N.; Nystrom, M.; Main, K.L. Effects of fatty acid composition and spawning season patterns on egg
quality and larval survival in common snook (Centropomus undecimalis). Aquaculture 2009, 287, 335-340. [CrossRef]

Wang, Q.; Xue, C.; Li, Z.; Xu, J. Analysis of DHA-rich phospholipids from egg of squid Sthenoteuthis oualaniensis. . Food Compos.
Anal. 2008, 21, 356-359. [CrossRef]

Shirai, N.; Higuchi, T.; Suzuki, H. Analysis of lipid classes and the fatty acid composition of the salted fish roe food products,
Ikura, Tarako, Tobiko and Kazunoko. Food Chem. 2006, 94, 61-67. [CrossRef]

Salze, G.; Tocher, D.R.; Roy, W.].; Robertson, D.A. Egg quality determinants in cod (Gadus morhua L.): Egg performance and lipids
in eggs from farmed and wild broodstock. Aquac. Res. 2005, 36, 1488-1499. [CrossRef]

Ishigaki, M.; Nishii, T.; Puangchit, P; Yasui, Y.; Huck, C.W.; Ozaki, Y. Noninvasive, high-speed, near-infrared imaging of the
biomolecular distribution and molecular mechanism of embryonic development in fertilized fish eggs. J. Biophotonics 2018, 11,
€201700115. [CrossRef]

Smith, W.L. The eicosanoids and their biochemical mechanisms of action. Biochem. . 1989, 259, 315-324. [CrossRef]

Rod-In, W.; Monmai, C.; Lee, S.M.; Jung, S.K,; You, S.; Park, W.]J. Anti-inflammatory effects of lipids extracted from Arctoscopus
japonicus eggs on LPS-stimulated RAW264.7 cells. Mar. Drugs 2019, 17, 580. [CrossRef] [PubMed]

Han, L.; Yu, J.; Chen, Y,; Cheng, D.; Wang, X.; Wang, C. Inmunomodulatory activity of docosahexenoic acid on RAW264.7 cells
activation through GPR120-mediated signaling pathway. J. Agric. Food Chem. 2018, 66, 926-934. [CrossRef] [PubMed]

Kim, J.K,; Park, J.Y,; Kim, Y.S. Genetic diversity, relationships and demographic history of three geographic populations of
Ammodytes personatus (Ammodytidae) from Korea inferred from mitochondrial DNA control region and 16S rRNA sequence data.
Korean |. Genetics 2006, 28, 343-351.

Kim, ] K,; Park, ].H.; Kim, Y.S.; Kim, Y.H.; Hwang, H.].; Hwang, S.J.; Lee, S.I; Kim, T.I. Geographic variations in Pacific sand eels
Ammodytes personatus (Ammodytidae) from Korea and Japan using multivariate morphometric analysis. J. Ichthyol. 2008, 48,
904-910. [CrossRef]

Kishi, M.J.; Kimura, S.; Nakata, H.; Yamashita, Y. A biomass-based model for the sand lance (Ammodytes personatus) in Seto Inland
Sea, Japan. Ecol. Modell. 1991, 54, 247-263. [CrossRef]

Conn, K.E,; Liedtke, T.L.; Takesue, R.K.; Dinicola, R.S. Legacy and current-use toxic contaminants in Pacific sand lance (Ammodytes
personatus) from Puget Sound, Washington, USA. Mar. Pollut. Bull. 2020, 158, 111287. [CrossRef]

Li, N.; Song, N.; Gao, T. The complete mitochondrial genome of Japanese Ammodytes personatus (Perciformes, Ammodytidae).
Mitochondrial DNA 2015, 26, 781-782. [CrossRef]

Okumura, S.; Kurihara, A.; Iwamoto, A.; Takeuchi, T. Improved survival and growth in Octopus vulgaris paralarvae by feeding
large type Artemia and Pacific sandeel, Ammodytes personatus: Improved survival and growth of common octopus paralarvae.
Aquaculture 2005, 244, 147-157. [CrossRef]

Kurihara, A.; Okumura, S.; Iwamoto, A.; Takeuchi, T. Feeding Pacific sandeel enhances DHA level in common octopus paralarvae.
Aquac. Sci. 2006, 54, 413-420.

Arai, D; Kurihara, A.; Komi, R.; Iwamoto, A.; Takeuchi, T. Effect of feeding various amounts of Pacific sandeel flakes on growth,
survival and carcass fatty acid composition of common octopus Octopus vulgaris paralarvae. Aquac. Sci. 2008, 56, 595-600.

Lee, JM.; Lee, H.; Kang, S.; Park, W.]. Fatty acid desaturases, polyunsaturated fatty acid regulation, and biotechnological
advances. Nutrients 2016, 8, 23. [CrossRef]

Seki, H.; Tani, Y.; Arita, M. Omega-3 PUFA derived anti-inflammatory lipid mediator resolvin E1. Prostaglandins Other Lipid
Mediat. 2009, 89, 126-130. [CrossRef]

Schwab, ].M.; Chiang, N.; Arita, M.; Serhan, C.N. Resolvin E1 and protectin D1 activate inflammation-resolution programmes.
Nature 2007, 447, 869-874. [CrossRef]


http://doi.org/10.3390/metabo10110429
http://www.ncbi.nlm.nih.gov/pubmed/33114647
http://doi.org/10.1038/nri910
http://doi.org/10.1136/gut.52.1.144
http://doi.org/10.1017/S002966519900052X
http://doi.org/10.1111/j.1471-4159.1982.tb10847.x
http://doi.org/10.1042/BST0391240
http://doi.org/10.1111/j.1365-2125.2012.04374.x
http://www.ncbi.nlm.nih.gov/pubmed/22765297
http://doi.org/10.3390/md18090480
http://www.ncbi.nlm.nih.gov/pubmed/32967264
http://doi.org/10.1016/j.procbio.2008.01.011
http://doi.org/10.1016/j.aquaculture.2008.10.043
http://doi.org/10.1016/j.jfca.2008.02.004
http://doi.org/10.1016/j.foodchem.2004.10.050
http://doi.org/10.1111/j.1365-2109.2005.01367.x
http://doi.org/10.1002/jbio.201700115
http://doi.org/10.1042/bj2590315
http://doi.org/10.3390/md17100580
http://www.ncbi.nlm.nih.gov/pubmed/31614594
http://doi.org/10.1021/acs.jafc.7b05894
http://www.ncbi.nlm.nih.gov/pubmed/29307174
http://doi.org/10.1134/S003294520810007X
http://doi.org/10.1016/0304-3800(91)90078-F
http://doi.org/10.1016/j.marpolbul.2020.111287
http://doi.org/10.3109/19401736.2013.855750
http://doi.org/10.1016/j.aquaculture.2004.11.044
http://doi.org/10.3390/nu8010023
http://doi.org/10.1016/j.prostaglandins.2009.03.002
http://doi.org/10.1038/nature05877

Molecules 2021, 26, 6027 13 of 13

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

Medeiros-de-Moraes, 1. M.; Gongalves-de-Albuquerque, C.F,; Kurz, A.R.M.; Oliveira, EM.].; de Abreu, VH.P; Torres, R.C,;
Carvalho, V.F; Estato, V.; Bozza, P.T.; Sperandio, M.; et al. Omega-9 oleic acid, the main compound of olive oil, mitigates
inflammation during experimental sepsis. Oxid. Med. Cell. Longev. 2018, 2018, 6053492. [CrossRef]

Hennig, B.; Lei, W.; Arzuaga, X.; Ghosh, D.D.; Saraswathi, V.; Toborek, M. Linoleic acid induces proinflammatory events in
vascular endothelial cells via activation of PI3K/Akt and ERK1/2 signaling. J. Nutr. Biochem. 2006, 17, 766-772. [CrossRef]
[PubMed]

Huynh, M.D.; Kitts, D.D.; Hu, C.; Trites, A.W. Comparison of fatty acid profiles of spawning and non-spawning Pacific herring,
Clupea harengus pallasi. Comp. Biochem. Physiol. B Biochem. Mol. Biol. 2007, 146, 504-511. [CrossRef] [PubMed]

Sargent, ].R.; Tocher, D.R; Bell, ].G. 4—The Lipids. In Fish Nutrition, 3rd ed.; Halver, ].E., Hardy, R.W., Eds.; Academic Press: San
Diego, CA, USA, 2003; pp. 181-257.

Narayanan, B.A.; Narayanan, N.K,; Simi, B.; Reddy, B.S. Modulation of inducible nitric oxide synthase and related proinflamma-
tory genes by the omega-3 fatty acid docosahexaenoic acid in human colon cancer cells. Cancer Res. 2003, 63, 972-979.
Yanagisawa, N.; Shimada, K.; Miyazaki, T.; Kume, A.; Kitamura, Y.; Sumiyoshi, K.; Kiyanagi, T.; Iesaki, T.; Inoue, N.; Daida, H.
Enhanced production of nitric oxide, reactive oxygen species, and pro-inflammatory cytokines in very long chain saturated fatty
acid-accumulated macrophages. Lipids Health Dis. 2008, 7, 48. [CrossRef]

Aldridge, C.; Razzak, A.; Babcock, T.A.; Helton, W.S.; Espat, N.J. Lipopolysaccharide-stimulated RAW 264.7 macrophage
inducible nitric oxide synthase and nitric oxide production is decreased by an omega-3 fatty acid lipid emulsion. J. Surg. Res.
2008, 149, 296-302. [CrossRef] [PubMed]

Si, T.L,; Liu, Q.; Ren, Y.F; Li, H.; Xu, X.Y; Li, E.H.; Pan, S.Y.; Zhang, ].L.; Wang, K.X. Enhanced anti-inflammatory effects of DHA
and quercetin in lipopolysaccharide-induced RAW264.7 macrophages by inhibiting NF-«B and MAPK activation. Mol. Med. Rep.
2016, 14, 499-508. [CrossRef] [PubMed]

Yi, H,; Yu, C.; Zhang, H.; Song, D.; Jiang, D.; Du, H.; Wang, Y. Cathelicidin-BF suppresses intestinal inflammation by inhibiting
the nuclear factor-kB signaling pathway and enhancing the phagocytosis of immune cells via STAT-1 in weanling piglets. Int.
Immunopharmacol. 2015, 28, 61-69. [CrossRef]

Yu, Q.; Nie, S.P,; Li, W.].; Zheng, W.Y.; Yin, P.F,; Gong, D.M.; Xie, M.Y. Macrophage immunomodulatory activity of a purified
polysaccharide isolated from Ganoderma atrum. Phytother. Res. 2013, 27, 186-191. [CrossRef] [PubMed]

Kim, J.K,; Oh, Sm.; Kwon, H.S.; Oh, Y.S.; Lim, S.S.; Shin, H.K. Anti-inflammatory effect of roasted licorice extracts on
lipopolysaccharide-induced inflammatory responses in murine macrophages. Biochem. Biophys. Res. Commun. 2006, 345,
1215-1223. [CrossRef] [PubMed]

Park, YK.; Rasmussen, H.E.; Ehlers, S.J.; Blobaum, K.R; Lu, E; Schlegal, V.L.; Carr, T.P; Lee, ].Y. Repression of proinflammatory
gene expression by lipid extract of Nostoc commune var sphaeroides Kiitzing, a blue-green alga, via inhibition of nuclear factor-«B
in RAW264.7 macrophages. Nutr. Res. 2008, 28, 83-91. [CrossRef]

Li, M.; Zhang, L.; Cai, R.L.; Gao, Y.; Qi, Y. Lipid-soluble extracts from Salvia miltiorrhiza inhibit production of LPS-induced
inflammatory mediators via NF-«B modulation in RAW264.7 cells and perform antiinflammatory effects in vivo. Phytother. Res.
2012, 26, 1195-1204. [CrossRef]

Bligh, E.G.; Dyer, W.J. A rapid method of total lipid extraction and purification. Can. J. Biochem. Physiol. 1959, 37, 911-917.
[CrossRef]

Garces, R.; Mancha, M. One-step lipid extraction and fatty acid methyl esters preparation from fresh plant tissues. Anal. Biochem.
1993, 211, 139-143. [CrossRef]

Park, W.].; Kothapalli, K.S.; Lawrence, P,; Tyburczy, C.; Brenna, ].T. An alternate pathway to long-chain polyunsaturates: The
FADS?2 gene product Delta8-desaturates 20:2n-6 and 20:3n-3. |. Lipid Res. 2009, 50, 1195-1202. [CrossRef]

Cao, R.-A; Lee, Y,; You, S. Water soluble sulfated-fucans with immune-enhancing properties from Ecklonia cava. Int. ]. Biol.
Macromol. 2014, 67, 303-311. [CrossRef]

Kim, ].B.; Han, A.R,; Park, E.Y.; Kim, ].Y.; Cho, W.; Lee, J.; Seo, E.K.; Lee, K.T. Inhibition of LPS-induced iNOS, COX-2 and
cytokines expression by poncirin through the NF-kappaB inactivation in RAW264.7 macrophage cells. Biol. Pharm. Bull. 2007, 30,
2345-2351. [CrossRef] [PubMed]

Ren, Z,; Qin, T,; Qiu, F; Song, Y.; Lin, D.; Ma, Y.; Li, J.; Huang, Y. Inmunomodulatory effects of hydroxyethylated Hericium
erinaceus polysaccharide on macrophages RAW264.7. Int. ]. Biol. Macromol. 2017, 105, 879-885. [CrossRef] [PubMed]

Rhule, A.; Navarro, S.; Smith, J.R.; Shepherd, D.M. Panax notoginseng attenuates LPS-induced pro-inflammatory mediators in
RAW264.7 cells. . Ethnopharmacol. 2006, 106, 121-128. [CrossRef] [PubMed]


http://doi.org/10.1155/2018/6053492
http://doi.org/10.1016/j.jnutbio.2006.01.005
http://www.ncbi.nlm.nih.gov/pubmed/16563718
http://doi.org/10.1016/j.cbpb.2006.11.023
http://www.ncbi.nlm.nih.gov/pubmed/17276118
http://doi.org/10.1186/1476-511X-7-48
http://doi.org/10.1016/j.jss.2007.12.758
http://www.ncbi.nlm.nih.gov/pubmed/18262557
http://doi.org/10.3892/mmr.2016.5259
http://www.ncbi.nlm.nih.gov/pubmed/27176922
http://doi.org/10.1016/j.intimp.2015.05.034
http://doi.org/10.1002/ptr.4698
http://www.ncbi.nlm.nih.gov/pubmed/22511240
http://doi.org/10.1016/j.bbrc.2006.05.035
http://www.ncbi.nlm.nih.gov/pubmed/16716255
http://doi.org/10.1016/j.nutres.2007.11.008
http://doi.org/10.1002/ptr.3680
http://doi.org/10.1139/o59-099
http://doi.org/10.1006/abio.1993.1244
http://doi.org/10.1194/jlr.M800630-JLR200
http://doi.org/10.1016/j.ijbiomac.2014.03.019
http://doi.org/10.1248/bpb.30.2345
http://www.ncbi.nlm.nih.gov/pubmed/18057724
http://doi.org/10.1016/j.ijbiomac.2017.07.104
http://www.ncbi.nlm.nih.gov/pubmed/28729219
http://doi.org/10.1016/j.jep.2005.12.012
http://www.ncbi.nlm.nih.gov/pubmed/16427227

	Introduction 
	Results 
	Fatty Acid Analysis of A. personatus Egg Lipid 
	Effect of A. personatus Egg Lipid on Cytotoxicity and NO Production in RAW264.7 Cells 
	Effect of A. personatus Egg Lipid on Immune-Related Gene Expression 
	Effect of A. personatus Egg Lipid on Phagocytic Uptake 
	Effect of A. personatus Egg Lipid on Inflammatory Cell Surface Molecule Expression 
	Effect of A. personatus Egg Lipid on MAPK and NF-B Signaling Pathways 

	Discussion 
	Materials and Methods 
	Preparation of A. personatus Eggs 
	Lipid Extraction Method 
	Gas Chromatography 
	Animal Cell Culture 
	Cell Proliferation and NO Production Assay 
	RNA Extraction and cDNA Synthesis 
	Real-Time PCR Analysis of Immune-Associated Gene Expression 
	Determination of Phagocytic Uptake 
	Expression of Surface Molecules on RAW264.7 Cells 
	Western Blotting Assay 
	Statistical Analysis 

	Conclusions 
	References

