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Abstract: Long-chain n-3 polyunsaturated fatty acids (n-3 LC-PUFAs) are collectively recognized
triglyceride-lowering agents, and their preventive action is likely mediated by changes in gene
expression. However, as most studies employ fish oil, which contains a mixture of n-3 LC-PUFAs,
the docosahexaenoic acid (DHA)-specific transcriptional effects on lipid metabolism are still unclear.
The aim of the present study was to further elucidate the DHA-induced transcriptional effects on
lipid metabolism in the liver, and to investigate the effects of co-administration with other bioactive
compounds having effects on lipid metabolism. To this purpose, HepG2 cells were treated for 6 or
24 h with DHA, the short-chain fatty acid propionate (PRO), and protocatechuic acid (PCA), the
main human metabolite of cyanidin-glucosides. Following supplementation, we mapped the global
transcriptional changes. PRO and PCA alone had a very slight effect on the transcriptome; on the
contrary, supplementation of DHA highly repressed the steroid and fatty acid biosynthesis pathways,
this transcriptional modulation being not affected by co-supplementation. Our results confirm that
DHA effect on lipid metabolism are mediated at least in part by modulation of the expression of specific
genes. PRO and PCA could contribute to counteracting dyslipidemia through other mechanisms.
Keywords: docosahexaenoic acid; DHA; propionic acid; 3,4-dihydroxybenzoic acid; bioactives;
transcriptomics; RNA sequencing; HepG2; fatty acid synthesis; steroid synthesis

1. Introduction
Atherogenic dyslipidemia, i.e., low HDL cholesterol (HDL-c) and high triglycerides (TGs) blood
level, is a diagnostic criterion for the metabolic syndrome (MetS). The primary causes of MetS are poor
diet, obesity, and physical inactivity, and evidence indicates that a combination of lifestyle modifications
with effective weight loss and drug therapy may serve as treatment. Lipid-lowering agents and
LDL-lowering standard drugs, such as statins and ezetimibe, modify atherogenic dyslipidemia and
reduce cardiovascular risk in patients with MetS [1] but the search for novel methods of preventing
and treating dyslipidemia is still ongoing since current therapies induce various side effects [2]. Some
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nutritional agents have been therefore suggested as an alternative strategy. Several clinical trials have
been carried out to find out the potential benefits of long-chain n-3 polyunsaturated fatty acids (n-3
LC-PUFAs) in metabolic disorders and cardiovascular prevention [3–6]. Eicosapentaenoic acid (EPA,
C20:5 n-3) and docosahexaenoic acid (DHA, C22:6 n-3) are grouped together as n-3 LC-PUFAs but there
is substantial evidence suggesting that the individual fatty acids may have distinct effects [7]. The EU
Register contains three authorized Article 13.1 health claims for EPA and DHA together: the claims
report maintenance of normal blood pressure, normal blood TG levels and the normal function of the
heart. Three additional Article 13.1 claims reporting maintenance of normal brain function, normal
vision and normal blood TG levels have been approved for DHA alone [8]. The effects of n-3 LC-PUFAs
on lipid metabolism are likely mediated by changes in gene expression. Overall, n-3 LC-PUFAs bind
to peroxisome proliferator-activated receptors (PPARs) [9] and consequently have the potential to
lower plasma TG level and increase HDL-c level [10]. However, it is still unclear whether there are
different molecular targets/pathways with EPA and DHA as most studies employ them as mixtures
in purified forms as capsules or oily fish diet/supplements. Emerging evidence indicates that DHA
is more efficacious than EPA at reducing blood TGs and does so in part via differential regulation of
lipogenic and TG clearance pathways [11]. However, additional studies are needed to further clarify
how EPA and DHA individually regulate hepatic pathways related to lipid metabolism. The first aim of
the present study was to further elucidate the DHA-specific transcriptional effects on lipid metabolism.
Other nutritional agents have been reported to favorably modulate lipid metabolism. Dietary
fibers, via their digestion or fermentation by intestinal microbiota may affect cholesterol metabolism by
acting on bile acids and affecting lipid absorption [12]. However, the precise mechanisms of action of
dietary fibers remain unclear and could be mediated by a transcriptional modulation [13] through
metabolites produced by the gut microbiota such as short-chain fatty acids [14]. Short-chain fatty acids,
mainly propionate (PRO), have been reported to affect cholesterol metabolism in the liver [15].
In a systematic review and meta-analysis of 32 clinical studies, it was revealed that anthocyanin-rich
food possessed favorable effects on controlling the LDL level and can exert promising preventive and
protective effects against cardiometabolic disorders. The major proposed mechanism of action for
anthocyanins are antioxidant action, suppression of the nitric oxide production and induction of Nrf2
transcription triggering heme oxygenase-1 expression [16]. Notwithstanding, their direct modulation
of lipid metabolism could have a role. Metabolites of cyanidin 3-glucoside, which is present in 90% of
fruits, were shown to increase cholesterol efflux, ABCA1 expression, PPARα, LXRα in HK-2 cells [17]
and to reduce lipid synthesis in the liver and white adipose tissue in mice [18].
As DHA, PRO and anthocyanins have positive effects on dyslipidemia through different molecular
mechanisms of action, their possible additive or synergistic effect deserves attention. Therefore, once
the DHA-specific effects were evidenced on the transcriptome, our second aim was to verify if the
co-supplementation with PRO or with protocatechuic acid (3,4-dihydroxybenzoic acid, PCA), the main
metabolite of cyanidin-3-glucoside, could amplify DHA effect. DHA, PCA and PRO were supplemented
at concentrations within the physiological range in human blood, which were established as the highest
non-toxic concentration in previous work [19]. Treatment lasted for 6 or 24 h, then we mapped the global
transcriptional changes and correlated them with the modification observed in the cell lipid environment.
2. Materials and Methods
2.1. Materials
Dulbecco’s modified Eagle’s medium (DMEM) and Dulbecco’s phosphate-buffered saline (DPBS)
were purchased from Lonza (Basel, Switzerland). All other chemicals, reagents, and solvents were
purchased from Sigma-Aldrich Co. (St. Louis, MO, USA) unless otherwise stated.
2.2. HepG2 Cell Culture and Supplementation
HepG2 human hepatoma cells were maintained at 37 ◦ C, 95% air, 5% CO2 in DMEM supplemented
with 10% (v/v) fetal bovine serum (FBS), 100 U/mL penicillin and 100 µg/mL streptomycin [19]. Once a
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week, cells were split 1:20 into a new 75 cm2 flask, and the medium was refreshed. Cells were seeded
in 12-well plates at 6 × 105 cells/mL concentration, and after 24 h, they were incubated for 6 or 24 h
with the bioactive compounds as previously described [20]. DHA was dissolved in 100% ethanol and
complexed to bovine serum albumin (BSA). The DHA-BSA complex was prepared fresh each time at
a final BSA concentration of 0.5% in serum-free DMEM. PCA was dissolved in dimethyl sulfoxide
(DMSO) acidified with HCl to pH 2, while PRO was dissolved in water. The final concentration of
ethanol and DMSO was kept below 0.1% in serum-free DMEM. Not supplemented, control cells (Ctrl)
received corresponding amounts of BSA, ethanol and DMSO. DHA, PRO and PCA concentrations used
in the study (50 µM DHA; 70 µM PRO; 20 µM PCA) were not cytotoxic to HepG2 cells as evidenced by
different assays in preliminary experiments [19].
2.3. Lipid Extraction and Fatty Acid Composition Analysis
After 6 h or 24 h of supplementation medium was removed, cells were washed twice with warm
DPBS, incubated with trypsin-EDTA for 2 min to remove adherent cells, and suspended in DMEM
supplemented with 10% (v/v) FBS. Cell total lipids were extracted, and fatty acids were methylated
as previously described [20]. Total fatty acid composition (as methyl esters) was determined by gas
chromatography (GC) according to Ghini et al. [20]. The gas-chromatographic peaks were identified
based on their retention time ratios relative to methyl stearate and predetermined using authentic
samples. Gas chromatographic traces and quantitative evaluations were obtained using a Total-Chrom
Navigator (version 6.2.1) (PerkinElmer, Shelton, CT, USA).
2.4. Isolation of RNA, RNA Sequencing (RNA-seq) and Quantitative Real-Time PCR (RT-qPCR)
After 6 or 24 h incubation, cells were gently washed twice with 1 mL of warm DPBS and scraped-off
in 1 mL of ice-cold DPBS. Cell pellets were collected by centrifugation at 250× g for 5 min at 4 ◦ C, and
the supernatant was removed. Total RNA was isolated using the Direct-zol™ RNA MiniPrep (Zymo
Research Corporation; Irvine, CA, USA) according to the manufacturer’s protocol. Three independent
cell cultures were performed, with three replicates from each experiment. Replicates from the same
experiment were pooled together and diluted to 40 ng/µL. The quantity and quality of RNA were
assessed using the NanoDrop ND-2000 spectrophotometer (Thermo Fisher Scientific; Wilmington, DE,
USA) and the Fragment Analyzer™ Automated CE system (Agilent; Santa Clara, CA, USA). Samples
were frozen at −80 ◦ C until further use.
The mRNA enrichment, library construction and amplification were performed according to
Illumina TruSeq RNA Library Prep kit v2 using the manufacturer’s instructions and sequenced on the
Illumina HiSeq1500 platform. Sequencing reads were aligned to the human genome (hg19/GRCh37)
using STAR [21] and processed using iRNA-seq pipeline [22]. Pathway analyses were performed using
the KEGG database [23–25]. Other analyses of genome-wide data were performed using R Project for
Statistical Programming plus additional packages.
Reverse-transcription and RT-qPCR were performed as previously described [26,27]. For sequences
of forward and reverse primers, see Table S1. All oligonucleotides used in this study were synthesized
by Integrated DNA Technologies (Leuven, Belgium). cDNA was subjected to quantitative real-time
PCR analysis using the CFX Connect™ Real-Time PCR Detection System (Bio-Rad Laboratories;
Hercules, CA, USA), according to QuantiTect SYBR Green RT-PCR kit (Qiagen; Hamburg, Germany).
Samples were run in duplicate using the following program: initial denaturation at 95 ◦ C for 15 min,
followed by 40 cycles of 94 ◦ C for 15 s, 60 ◦ C for 30 s, and 72 ◦ C for 30 s.
2.5. Intracellular Triglyceride (TG) Content and Cholesterol Secretion
HepG2 cells were seeded as reported above and supplemented with the bioactives for 6 or 24 h in
DMEM without red phenol. After 6 or 24 h, media were collected, centrifuged at 3000× g for 3 min,
and supernatants stored at −80 ◦ C until analysis. Cells were washed twice with ice-cold PBS and lysed
in 500 µL of lysis buffer (0.25% Nonidet P-40 in DPBS). The homogenate was centrifuged at 14000× g
for 15 min at 4 ◦ C.
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Intracellular TG content was measured in the cell pellet using the PicoProbe Triglyceride
Quantification Assay Kit (Abcam; Cambridge, UK) according to the manufacturer’s protocol, using a
M200 microplate reader (Tecan; Salzburg, Austria). Results were expressed as the percentage of the
value obtained in control cells, assigned as 100%.
Total cholesterol was quantified in the media using the Cholesterol assay kit (Abcam; Cambridge,
UK) according to the manufacturer’s instructions with the Infinite M200 microplate reader (Tecan).
Results were expressed as µg of total cholesterol per mL of medium and normalized for mg of protein.
Protein concentration was determined according to Bradford [28] using BSA as standard.
2.6. Statistical Analysis
2.6.1. Biochemical and RT-qPCR Data Analysis
Resulting data on fatty acid composition, TG content, cholesterol concentration, and RT-qPCR
data are given as means ± standard deviation (SD). Statistical significance among treatments was
determined by the one-way analysis of variance (ANOVA) followed by Tukey’s HSD test, considering
p < 0.05 as significant.
2.6.2. RNA-Seq Analysis
The clustering was performed by sequential K-means and C-means clustering to obtain genes
with high membership (Mfuzz package for R). Pathway analyses were performed using ClusterProfiler
package for R based on the KEGG database [23–25]. Statistical significance among treatments was
determined by the one-way ANOVA followed by Tukey’s HSD test, as appropriate. Differences with
p < 0.05 were considered significant.
3. Results and Discussion
To investigate the direct effect of the bioactives DHA, PRO and PCA on human liver cells, we
treated HepG2 cells with the individual bioactives, and combination thereof or vehicle for 6 or 24 h,
and determined the effect on the transcriptome by RNA-seq (Figure 1). DHA had a greater impact
on transcriptional regulation than PRO and PCA, and the effect was shown to be time-dependent.
This could reflect the time-dependent uptake of supplemented fatty acid, which was not influenced
by co-administration with PRO and PCA (Table S2). The comparison of RNA-seq from HepG2 cells
exposed to the bioactives for 6 and 24 h showed similar trends for activation and repression of gene
clusters, but the fold regulation was generally greater at 24 h (Figure S1). Further data analysis was
therefore focused on the 24 h timepoint. After 24 h supplementation, PRO and PCA alone had very
little effect on the transcriptome. DHA repressed more genes than it activated, and the number of
significantly regulated genes increased after co-administration of DHA and PRO or PCA (Figure 1).
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associated with cell cycle and DNA replication as well as pathways related to fatty acid and amino acid
degradation. This could suggest DHA-promoted growth and energy turnover, in line with the previous
study by Jump et al. [29]. However, given the rather low cluster membership of the DHA-induced genes
and the lack of effects of DHA on cell numbers, viability and vitality, we argue that DHA did not regulate
rate-limiting steps for cell cycle in HepG2 cells. Among significantly induced pathways, we found
valine and threonine degradation and glutathione metabolism. This is consistent with metabolomics
data obtained in parallel experiments showing significantly lower levels of the two amino acids and
higher level of glutathione in HepG2 cells treated with DHA [20]. These results represent interesting,
very specific and palpable links between DHA-induced transcriptional regulation and metabolic effects.
Pathway analysis of DHA-repressed genes showed an almost exclusive enrichment of the steroid
biosynthesis pathway. Analysis of the genes in the steroid biosynthesis and the fatty acid biosynthesis
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pathways showed that both pathways were significantly repressed by DHA supplementation although
the steroid biosynthesis pathway was most dramatically repressed (Figure 2c). The sterol biosynthesis
pathway was also slightly repressed by PRO alone, while PCA showed no effect (Figure 2c). This
clearly indicates that DHA interferes with anabolic lipid metabolism at a transcriptional level and that
this primarily
targets
the
cholesterol synthesis pathway.
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post-translational level [35]. Notably, we observed a marked downregulation of SREBF1 mRNA by
DHA (Figure 4a), indicating a strong transcriptional component in the repression of SREBP1 activity.
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The absence of significant changes of the total fatty acid concentration in cells exposed to DHA
compared to controls (Table S3) could be ascribable to the increased DHA uptake and incorporation
into cell lipids (Table S2). Indeed, cells supplemented with DHA and DHA + PRO showed a trend
to reduction in the concentration of total fatty acids other than DHA, and the concentration of total
PUFAs other than DHA was significantly lower in cells supplemented with the fatty acid (Table S3).
We speculate that DHA supplementation reduced fatty acid and PUFA synthesis, in agreement with
transcriptomic data. Interestingly, the increased uptake of supplemented DHA was coupled to a
transient increase in the intracellular level of TGs (Figure S4). Similar results were already reported in
cultured LO2 hepatocytes [39] and cardiomyocytes [40] and could represent a protective mechanism in
the early stage of DHA supplementation to avoid excess LC-PUFAs resulting in the generation of lipid
peroxides and potential cytotoxicity [41].
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perturbation that was influenced by the co-presence of the other bioactives [41], and both intervention
trials evidenced that food enriched with DHA plus oat β-glucan or DHA plus anthocyanins offer a
promising food-based strategy for MetS prevention.
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