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Abstract: In the current study, corn steep liquor (CSL) is evaluated as an ideal raw agro-material for
efficient lipid and docosahexaenoic acid DHA production by Aurantiochytrium sp. Low CSL level in
medium (nitrogen deficiency) stimulated the biosynthesis of lipids and DHA while inhibiting cellular
growth. The transcriptomic profiles of the Aurantiochytrium sp. cells are analyzed and compared
when cultured under high (H group), normal (N group), and low (L group) levels of CSL in the
medium. The discriminated transcriptomic profiles from the three groups indicates that changes in
CSL level in medium result in a global change in transcriptome of Aurantiochytrium sp. The overall
de novo assembly of cDNA sequence data generated 61,163 unigenes, and 18,129 of them were
annotated in at least one database. A total of 5105 differently expressed (DE) genes were found in the
N group versus the H group, with 2218 downregulated and 2887 upregulated. A total of 3625 DE
genes were found in the N group versus the L group, with 1904 downregulated and 1721 upregulated.
The analysis and categorization of the DE genes indicates that the regulation mechanism of CSL
involved in the perception and transduction of the limited nitrogen signal, the interactions between
the transcription factors (TFs) and multiple downstream genes, and the variations in downstream
genes and metabolites, in sequence, are illuminated for the first time in the current study.

Keywords: Aurantiochytrium sp.; nitrogen-deficiency; RNA-seq; corn steep liquor (CSL); signal
transduction; DHA

1. Introduction

Corn steep liquor (CSL) is a major by-product of the corn wet milling industry. Because it is
rich in organic nitrogen, it has been used as a crucial nitrogen resource in microbial fermentation of
products such as amino acids, polypeptides, and proteins. Moreover, CSL has also been utilized in the
fermentation process as a nutritional and functional supplement due to its high content of vitamins,
which make a significant contribution to nutrition. Otherwise, CSL has a much lower price as a bulk
agro-industrial by-product than traditional nitrogen resources such as yeast extract and peptone, which
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constitute the main cost in microbial fermentations. Thus, CSL has been used as a potential nitrogen
resource in the microbial fermentations of various organic acids and other products [1,2].

Docosahexaenoic acid (DHA, C22:6) belongs to the n-3 polyunsaturated fatty acid (PUFA) and
has received worldwide attention due to its multiple beneficial physiological functions for humans,
such as improving the developments of nerves and retinas, reducing the risks of atherosclerosis,
hypertriglyceridemia, hypertension, schizophrenia, and cancers, and so on [3]. Thus, DHA serves as
a multi-function supplement and has been widely applied in the food, medical, and feed industries.
Aurantiochytrium sp. is a marine protist and typical of oleaginous microorganisms, and can accumulate
50–70% dry cell weight (DCW) as lipids rich in PUFAs, such as DHA. Moreover, Aurantiochytrium
sp. is a heterotrophic microorganism and can effectively utilize a variety of cheap substrates for fast
and high-density cellular growth. Thus, Aurantiochytrium sp. serves as an industrial DHA-producing
strain, and the DHA extracted from this microorganism has been considered to be an alternative DHA
resource that can solve the problems caused by extracting traditional fish oil, such as overexploitation,
environmental pollution, unpleasant odor, and so on [4]. However, the cost of producing DHA by
Aurantiochytrium sp. that is mainly composed of nitrogen in a fermentative medium is still high, leading
to a severe limitation on marketization development. Thus, various cheap nitrogen resources such
as NaNO3 [5], alanine mother liquor [6], algae-residue [7], defatted silkworm pupa hydrolyzate [8],
soybean meal hydrolysate [9], casitone [10], and so on have been used as nitrogen sources, replacing
yeast extract and peptone for DHA production in Aurantiochytrium sp. However, CSL has never been
reported as having been utilized for microbial DHA production.

Moreover, nitrogen source plays a crucial role in the regulations of cellular growth and lipid
and DHA biosynthesis in Aurantiochytrium sp. It is well known that a limited-nitrogen condition
induces lipid and DHA synthesis while inhibiting cellular growth in Aurantiochytrium sp. [11,12].
The mechanism of nitrogen regulation (mainly yeast extract and peptone) has been preliminarily
illuminated. Jiang et al. revealed by analyzing the activities of isocitrate dehydrogenase (ICDH) and
malic enzyme (ME) that nitrogen exhaustion facilitates lipid and DHA accumulation in Aurantiochytrium
sp., which provides the NADPH for fatty acid synthesis [12]. Metabolomic technology and
enzymatic activity analysis have been applied to illuminate variations in metabolites and activities
of critical enzymes in the metabolic pathways of Aurantiochytrium sp. under different nitrogen
conditions [13]. However, the transcriptomic mechanism of nitrogen regulation at the global-cell level
of Aurantiochytrium sp. has never been reported.

Transcriptomics based on RNA-seq technology is a powerful strategy that can be used to uncover
the global variations in gene expressions for responses of microbial cells to various environmental
stresses. This technology has been applied to illuminate the mechanisms of various environmental
stresses such as low temperature, low oxygen supplementation, and high salinity, which induce DHA
biosynthesis in Aurantiochytrium sp. [14–16]. Numerous differently expressing (DE) genes as well as
cellular metabolic pathways have been explored by exposing Aurantiochytrium sp. cells to diverse
environmental stresses and monitoring DHA production [14,15].

In the current study, the availability of CSL will first be evaluated as the sole nitrogen resource
for DHA production by Aurantiochytrium sp. Then, the transcriptomic profiles of Aurantiochytrium
sp. cells cultured under three levels of CSL in the medium (representing different levels of nitrogen)
will be analyzed and compared to illuminate the regulative mechanism of CSL as the sole nitrogen
for efficient DHA production. Through this research, a global regulative model of CSL on cellular
growth and lipid and DHA production in Aurantiochytrium sp. is put forward for the first time. This
study provides a foundation for utilizing CSL to produce DHA in oleaginous microorganisms at an
industrial scale. Furthermore, our research improves and enriches theories of synthesis and regulation
for lipids and DHA in oleaginous microorganisms, and supports various potential targets of genetic
modifications for improving lipid and DHA productivity.
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2. Material and Methods

2.1. Materials

The nonadecanoic acid methyl ester was the internal standard, and was purchased from
Sigma-Aldrich (St. Louis, MO, USA). BF3-methanol was purchased from ANPEL Laboratory
Technologies Inc. (Shanghai, China). CSL was kindly supplied by the Baimai Green Biological
Energy Co., Ltd. (Huaian, China). All other chemicals and reagents were purchased from Aladdin
Industrial Inc. (Shanghai, China).

2.2. Strain and Culture Conditions

Aurantiochytrium sp. YLH70 was isolated from the Mangrove ecosystem in Yueqing Bay (Zhejiang,
China) and was used in this study [11,17]. The Aurantiochytrium sp. strain was reserved at −80 ◦C
and transferred onto the seed medium plate for activating the strain. A single strain colony was then
inoculated into the seed medium and cultured at 28 ◦C and 150 rpm for 24 h. The seed culture was
then transferred into the CSL media containing three levels of CSL and cultured at 28 ◦C for 120 h. The
seed medium was composed of 20 g/L glucose, 10 g/L CSL and 20 g/L sea salt. The carbon resource
and salt in CSL medium was composed of 60 g/L glucose and 20 g/L sea salt, and the effects of different
concentrations of CSL (0.5 g/L, 1g/L, 5 g/L, 10 g/L, 20 g/L and 30 g/L) in the CSL medium on biomass,
lipid and DHA production in Aurantiochytrium sp. were evaluated. For transcriptomic analysis, three
levels of CSL in medium, including were set, including 20, 5 and 1 g/L representing high (H group),
normal (N group) and low (L group) levels of nitrogen in medium, respectively. Each group had
three replications.

2.3. Biomass Determination

The Aurantiochytrium sp. biomass was determined in terms of dry cell weight (DCW), and 50 mL
samples of cell suspensions were centrifuged at 4 ◦C and 10,000× g for 5 min after washing twice with
distilled water. The cell pellets were lyophilized to a constant weight at −50 ◦C for approximately 48 h.

2.4. Lipid and Fatty Acids Analysis

Lipid and fatty acids were analyzed based on the methods in our previous studies [18].
The lyophilized cell was first ground into a fine powder using a mortar and pestle under liquid
nitrogen, then extracted with chloroform/methanol (2:1, v/v) at room temperature. The lipid extract
was dried to a constant weight by evaporation. Afterward, fatty acid methyl esters (FAMEs) were
prepared based on our previous method [11].

2.5. Sample Collection and Pretreatment

The Aurantiochytrium sp. cells cultured in CSL media with three levels of CSL (the H, N and L
groups) were each sampled for 96 h, respectively. A volume of 10 mL cell samples from the three
groups were centrifuged at 5000 rpm at 4 ◦C for 5 min. The pellets were then washed twice using icy
deionized water, immersed in RNAlock Reagent, and preserved at − 80 ◦C for use.

2.6. RNA Isolation

Total RNA was extracted from the Aurantiochytrium sp. samples cultured in the media containing
three levels of CSL (H, N and L groups), respectively. Total RNA was extracted using Invitrogen
TRIzol Reagent (Thermo Fisher Scientific, Waltham, MA, USA) based on the manufacturer’s protocol.
The RNA purity and integrity were analyzed by Nanodrop (Thermo Fisher Scientific, Waltham, MA,
USA) and Agilent2100 Bioanalyzer (Agilent Technologies, Palo Alto, CA, USA), respectively.
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2.7. Library Preparation and Sequencing

The library for next-generation sequencing (NGS) was prepared based on the manufacturer’s
protocol (NEBNext Ultra Directional RNA Library Prep Kit for Illumina). mRNA was fragmented into
short fragments by mixing with the fragmentation buffer. Then, reverse transcriptase and random
hexamer primers were used to synthesize the first cDNA strands of the fragmented mRNA. The
second-strand cDNA was synthesized using Second Strand Synthesis Enzyme Mix, including buffer,
dNTPs, RNase H, and DNA polymerase I. Afterwards, sequencing adapters were ligated to the short
cDNA fragments. The cDNA with adapter was purified by agarose gel electrophoresis, and the suitable
fragments were selected as templates for PCR amplification. The PCR products were cleaned up
using AxyPrep Mag PCR Clean-up (Axygen), validated using an Agilent 2100 Bioanalyzer (Agilent
Technologies, Palo Alto, CA, USA), and quantified by Qubit 2.0 Fluorometer (Invitrogen, Carlsbad,
CA, USA). Finally, the RNA-seq library was sequenced using an Illumina HiSeq system based on the
manufacturer’s instructions (Illumina, San Diego, CA, USA).

2.8. RNA-Seq Data Processing and Transcriptome Analysis

The optimized Fastq-clean pipeline was used to clean the raw reads from the Illumina system.
The low-quality sequences on both ends of the raw reads with a Q20 value more than 10% were
removed. Then, the adapter and PCR primer sequences from the 3′-end of the reads were trimmed to
produce the cleaned reads with lengths more than 75 bp [19]. Quality control was performed for every
sample to make sure it met the requirements.

The clean reads were filtered from raw data and assembled into contiguous sequences (contigs)
by Trinity software, combining the Inchworm, Chrysalis, and Butterfly modules [20]. The abundances
of transcripts were normalized as reads per kilobase of eonmodel per million mapped reads (RSEM,
v1.2.6) to estimate the gene expression levels of each sample [21]. The differential expression (DE) genes
among three groups of samples were analyzed using the DESeq Bioconductor package. The expression
levels of unigenes were based on the mean value of the three samples as the level of this group and
compared among the three groups. The model was based on the negative binomial distribution. The
p-value was adjusted by Benjamini and Hochberg’s method of controlling the false discovery rate
(FDR). A p-value less than 0.05 was set to detect the differentially expressed (DE) genes [22].

For functional enrichment, the DE genes were mapped to terms in Gene Ontology (GO) and
KEGG (Kyoto Gene and Genomic Encyclopedia) databases (http://www.geneo ntology.org and http:
//en.wikipedia.org/wiki/KEGG). The GOseq R package for the DE genes was used to conduct GO
enrichment analysis, which annotated a list of enriched genes with significant p-values less than 0.05
and absolute values of log2FoldChange more than 1. The KOBAS software was used to enrich the DE
genes in the KEGG pathway [23].

2.9. Quantitative Real-Time Reverse Transcription PCR (qRT-PCR)

The expression levels of the eight specific DE genes were validated through qRT-PCR. The
gene-specific primer sequences were designed by Primer Premier 5.0 and listed in Table S1. qRT-PCR
was performed in the CFX96 Touch qRT-PCR system (BIO-RAD, Hercules, CA, USA). The PCR
procedure and calculations of relative expression values were based on our previous method [22]. The
level was based on the mean value of the three samples as the level of this group and compared among
the three groups.

2.10. Metabolomic Validation

The metabolomics procedure, including sample collection and pretreatment, derivation, GC-MS
analysis and data processing and analysis, were performed based on our previous methods [18].
One-way analysis of variance (ANOVA) t-tests were performed using SPSS 12.0 (New York, NY, USA)
software to analyze the distribution of the concentrations and logarithmically transformed levels for
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metabolites in this study. The level was based on the mean value of the three samples as the level of
this group and compared among the three groups.

2.11. Enzymatic Validation

Several detectable enzymes responding to the DE genes were analyzed to validate the
transcriptomic data. The activities of malic enzyme (ME), glucose-6-phosphate dehydrogenase
(G6PD), isocitrate dehydrogenase (IDCH), and protease were investigated using previously described
methods [22,24]. The protein concentration was determined using the Bradford method with bovine
serum albumin (BSA) as a standard. The level was based on the mean value of the three samples as the
level of this group and compared among the three groups.

3. Results

3.1. Evaluation of CSL for Lipid and DHA Production by Aurantiochytrium sp.

In the current study, availability of utilizing CSL as a sole nitrogen source for lipid and DHA
production by Aurantiochytrium sp. was evaluated. As shown in Figure 1, the lipid content, DHA
yield and content reached the highest level (66.3% of biomass, 7.2 g/L and 66% of TFA) when the
concentration of CSL reached to 5 g/L with a C/N value of up to 12. However, the optimal biomass
(29.1 g/L) was obtained when the concentration of CSL was 20 g/L with a C/N value of 3. Moreover, the
results from Figure 1 show that the effects of CSL on biomass, lipid content, DHA yield and content
in Aurantiochytrium sp. were regular and significant, and that CSL as a sole nitrogen source plays a
crucial role in regulation of lipid and DHA biosynthesis in Aurantiochytrium sp. On the other hand,
the transcriptomic mechanism of CSL for biomass, lipid and DHA biosynthesis in Aurantiochytrium
sp. is still unclear. Thus, based on the results in Figure 1, the transcriptome profiles of the samples
from the media containing 5, 10 and 20 g/L of CSL, representing the low (L group, high lipid and
DHA levels), normal (N group) and high (H group, high biomass level) levels of nitrogen were further
analyzed to illuminate the regulation mechanism of CSL on biomass, lipid, and DHA biosynthesis in
Aurantiochytrium sp.

Figure 1. Effects of different CSL-levels in medium on biomass, lipid, and DHA yields in
Aurantiochytrium sp. cells. All data are the means of three replicates; vertical bars represent error bars
with values equal to the standard error of the mean.
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3.2. Illumina Sequencing, Reads Assembly, and Functional Annotation

After pretreatments of transcriptome data for quality control, approximately 40.5–57.5 million
clean reads with a Q20 value range of 96.7–97.2% among the three sample groups were obtained
(Table S2). These cleaned reads were further assembled into 61,163 contigs (unigenes) using Trinity.
A range length of 201–33,200 bp, a mean length of 1347.9 bp and a N50 length of 3399 bp were found in
these unigenes (Table S3). Using the Blast programing, the total number of sequences out of 61,163
unigens having at least one blast hit against four databases (NR, SwissProt, KEGG and COG) was
18,129 (29.5%), and the distributions of these mapped unigenes are summarized in Table 1 and Figure 2.
The numbers of the unigenes annotated in the Nr, SwissProt, KEGG and COG were 17477, 12338, 2414,
and 12876 (data not shown). The distributions of identity value in the Nr and SwissProt databases,
presenting the percentage distributions of the mapped unigenes covered by the best hits, are shown in
Figures S1 and S2. The unigenes mapped in the Nr database were further annotated by Gene Ontology
categories (GO terms) at 56 levels in three domains: molecular function (MF), cellular component (CC),
and biological process (BP). The total numbers of unigenes re-annotated by GO terms were 3148, 2438,
and 3204 for MF, CC, and BP, respectively (Figure 3). All of the unigenes were further mapped to the
COG database, and 15,404 of them were clustered into 26 functional COG groups (Figure 4). Only
546 unigenes (3.54%) were clustered into the “lipid transport and metabolism” category, indicating
that lipid and DHA synthesis in Aurantiochytrium sp. depends not only on lipid metabolism, but also
on other physiological functions such as signal transduction, posttranslational modification, and so on
(Figure 4).

Figure 2. The distribution of unigene annotation in four databases.
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Figure 3. Categorization of GO function for unigenes in Aurantiochytrium sp. cells.

Figure 4. COG function classification for unigenes in Aurantiochytrium sp. cells.
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3.3. Transcriptome Profiles of Aurantiochytrium sp. Cells under Three-Level CSL Conditions

There were three sample groups (H, N, and L), and thus two comparison groups—the N versus
H group, and the N versus L group—were constructed, and the transcriptome profiles of them were
analyzed. A total of 5105 DE genes, with 2218 downregulated and 2887 upregulated, were found in
the N versus H group, and a total of 3625 DE genes, with 1904 downregulated and 1721 upregulated,
were found in the N versus L group (Figure S3). The PCA analysis discriminated the H group and the
N–L group at component 1, and the N–L group was further discriminated at component 2 (Figure S4).
The DE gene profiles from the three sample groups were also clearly distinguished by HCA analysis
(Figure S5). These results suggest that CSL levels in medium indeed significantly disturb the expression
of genes at a global cellular level. The DE genes were re-annotated by GO term at 56 degrees in three
GO domains (Figure S6). Meanwhile, a total of 2137 DE genes from the N versus H group and 1473 DE
genes from the N versus L group were clustered into 26 functional KOG groups, with most of them
categorized “signal transduction mechanisms” or “general function prediction only” (Figure S7).

3.4. DE Genes Related to the CSL Regulation of Growth and Lipid and DHA Synthesis

As described above, the regulation of CSL as a nitrogen source on biomass, lipid, and DHA
synthesis involve various pathways at a whole-cell level. Thus, the DE genes identified from the three
sample groups were further analyzed and categorized into “fatty acid synthesis”, “central carbon
metabolism”, “nitrogen metabolism” and “signal transduction”, which are closely related to biomass,
lipid, and DHA synthesis (Table 1). In the “fatty acid synthesis” category, the expression levels of the
polyketide synthase (PKS) subunits A, B, and C (which functioned in combination to synthesize PUFAs
through the PKS pathway in Aurantiochytrium sp.) were increased as the level of CSL in medium
decreased. Oppositely, the expression levels of the fatty acids synthase, elongase, and desaturase, which
catalyze the synthesis of saturated fatty acids (SFAs) through the FAS pathway in Aurantiochytrium sp.,
were decreased as the level of CSL in medium decreased. A metabolomics analysis (Table S4) showed
that the contents of palmitic acid and stearic acid, the two primary SFAs in Aurantiochytrium sp., were
positively correlated with the CSL level in medium, while the contents of docosapentaenoic acid and
docosahexaenoic acid, the two primary PUFAs in Aurantiochytrium sp., were negatively correlated with
the CSL level in medium. These results validated the transcriptomic results and suggested that the
limited-nitrogen condition could facilitate PUFA synthesis and inhibit the SFA synthesis. In the “central
carbon metabolism” group, shown in Table 1 and Figure 5, the expressions of two DE genes—encoding
acetyl-CoA carboxylase (ACC) and acyl-CoA synthetase (ACS)—that catalyzed acetyl-CoA and acetate
to produce malonyl-CoA and acetyl-CoA (which are the carbon skeleton for fatty acid synthesis),
were upregulated under a low CSL level in medium (L group). Meanwhile, the expression profile
of glucose-6-phosphate dehydrogenase (G6PD), which is responsible for producing reducing power
NADPH for fatty acid synthesis, was significantly induced by the low-level CSL sample (L group).
These results indicate that either the low CSL level or nitrogen-deficiency conditions induced fatty acid
synthesis by enforcing a carbon skeleton and reducing power supplementation.
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Table 1. Variations in the expressions of key genes in the Aurantiochytrium sp. cells cultured at three CSL levels. Data are given as means ± standard deviation, n = 3;
CSL, corn steep liquor. * p < 0.05, ** p < 0.01.

Pathways Gene ID Description FPKM RT-PCR Validation
H Group N Group L Group H Group N Group L Group

Fatty Acid
Synthesis DN15169 Polyketide Synthase Subunit A 66 ± 2.1 137.1 ± 3.6 211 ± 5.9 48.3 ± 2.4 ** 119 ± 2.7 198 ± 3.1 *

DN16202 Polyketide Synthase Subunit B 1.6 ± 0.4 3.8 ± 0.6 28.9 ± 2.1 10.8 ± 3.1 * 15.7 ± 2.1 30.4 ± 2.6 **
DN15010 Polyketide Synthase Subunit C 1.6 ± 0.7 28.9 ± 2.1 32.3 ± 2.4 3.2 ± 1.9 ** 20.4 ± 2.8 ** 38.4 ± 2.1
DN16221 Fatty Acid Synthase 43.7 ± 1.6 35.9 ± 1.6 29.5 ± 2.1 57.2 ± 3.2 ** 40.2 ± 3.6 35.2 ± 4.1 **
DN14594 Fatty Acid Elongase 13.4 ± 0.9 6.1 ± 0.9 3.7 ± 0.6
DN5965 Fatty Acid Desaturase 9.9 ± 1.2 9.4 ± 1.2 8.2 ± 0.7

Central Carbon
Metabolism DN12414 Glucose-6-phosphate

dehydrogenase 15.1 ± 0.9 54 ± 1.4 68.6 ± 2.6 10.5 ± 0.9 ** 43.2 ± 4.2 54.2 ± 1.5 *

DN15488 Acyl-CoA Synthetase 44.6 ± 2.5 47.8 ± 0.8 109.3 ± 2.6
DN9564 Acetyl-CoA Carboxylase 9.1 ± 2.1 20.3 ± 1.4 23.6 ± 1.2

Nitrogen
Metabolism DN12917 Glutamate Synthase 33.7 ± 2.1 14.8 ± 1.5 12.5 ± 0.5

DN12820 Aspartyl Protease 8.7 ± 0.7 7.1 ± 0.9 2.4 ± 0.5
DN14856 Asparagine Synthase 2.5 ± 0.3 1 ± 0.5 0.8 ± 0.5

Signal
Transduction DN11343 MYB Transcription Factor 16 ± 0.9 19.6 ± 1.8 23.5 ± 2.1 12.5 ± 2.7 * 20.5 ± 3.1 28.4 ± 1.8 *

DN15563 Serine/Threonine Protein
Kinase 10.6 ± 1.4 11.1 ± 0.9 31.5 ± 2.6

DN11433 Ca2+/Calmodulin-Dependent
Protein Kinase 1.1 ± 0.5 9.6 ± 0.7 10.5 ± 2.1 0.7 ± 0.2 ** 5.3 ± 0.8 12.4 ± 1.7 **
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Figure 5. The metabolic network and key enzymes in Aurantiochytrium sp. cells. G6PD,
glucose-6-phosphate dehydrogenase; ME, malic enzyme; ACL, ATP citrate lyase; ACC, Acetyl-CoA
carboxylase; FAS, fatty acid synthase; FAE, fatty acid elongase; FAD, fatty acid desaturase; PKS,
polyketide synthase; IDCH, Isocitrate dehydrogenase; AS, Asparagine synthase; GS, Glutamate
synthase; EMP, glycolytic pathway; HMP, Hexose Monophosphate Pathway; TCA, Tricarboxylic
acid cycle.

As CSL in the medium is the sole nitrogen resource, the DE genes from the three sample groups
involved in the “nitrogen metabolism” are identified and analyzed in the current study. The expression
levels of two DE genes, glutamate synthase and asparagine synthase (which catalyze α-ketoglutarate
and oxaloacetate from the TCA to produce glutamate and asparagine, respectively (Figure 5)), increased
as the CSL level increased in medium (Table 1). A metabolomic analysis was applied to validate
the transcriptomic data. As shown in Table S4, the contents of glutamate and asparagine (the direct
products catalyzed by the glutamate synthase and asparagine synthase), increased as the CSL level
in medium increased. Meanwhile, the proline, lysine, and citrate derived from the TCA pathway
increased with increases of the CSL of each medium. These results indicate that the nitrogen-rich
medium (high CSL level) could promote more carbon flux into the TCA cycle and enforce amino
acid and protein synthesis in Aurantiochytrium sp. for cellular growth. Moreover, aspartyl protease
hydrolyzed the nitrogen source in the medium into oligopeptides or amino acids, which were absorbed
into the cell for biomacromolecules synthesis, and its gene expression increased under higher CSL levels
in medium (Table 1). This results indicate that aspartyl protease was induced by the CSL-rich condition
to produce oligopeptides or amino acids that were more available for cellular growth (Figure 6).
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Figure 6. The regulation model in Aurantiochytrium sp. cells under the CSL-rich condition (left) and
CSL-limited condition (right).

The CSL regulation in the cell was at a global level. Thus, signal transduction and related
transcription factors (TFs) played essential roles in the global regulation of CSL in Aurantiochytrium sp.
cells. As shown in Table 1, the genes encoding two signal transduction elements—the seine/threonine
protein kinase and the Ca2+/calmodulin-dependent protein kinase—and a transcription factor, the MYB
transcription factor, were identified as DE genes, and their expression profiles increased under decreased
CSL levels. This result indicate that the low CSL level condition facilitated the specific signal pathways
and transcription factors to respond to the limited-nitrogen stress (Figure 6).

3.5. Validation of the Transcriptomic Data by qRT-PCR

To validate the RNA-seq results, a total of seven DE genes were selected and amplified using
qRT-PCR technology. As shown in Table 1, the expression patterns of the selected DE genes were
consistent with those from the transcriptomic profiles, confirming the reliability of the RNA-seq results.

4. Discussion

In the current study, CSL is evaluated as an ideal sole nitrogen resource for cellular growth and
lipid and DHA production in Aurantiochytrium sp. in terms of productivity, nutrition, and cost. The
optimal biomass, lipid content, and DHA yield and content reached up to 29.1 g/L and 66.3% of
biomass, and 7.2 g/L and 60% of TFA with the CSL as the sole nitrogen source. These results are
comparable to, or even higher than, those from traditional nitrogen sources such as yeast extract and
peptone [25,26]. CSL is rich in not only organic nutrients (those with carbon and nitrogen contents),
but also trace nutrients (with B vitamins and metal ions) [27], which are essential for cellular growth
and lipid and DHA accumulation in Aurantiochytrium sp. [28]. Thus, these is no need to add extra
trace elements to CSL medium to enhance DHA production by Aurantiochytrium sp. (data not shown),
which reduces the cost and complexity of DHA production. Moreover, CSL has the relatively low
price of 200 USD/ton due to its wide availability, which is much less than the price of yeast extract and
peptone (1000–1250 USD/ton) [29]. Thus, CSL is an ideal low-cost raw material for DHA production
from Aurantiochytrium sp.
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Nitrogen is an important element and regulator of biomass and lipid and fatty acid accumulation
in oleaginous microorganisms. It is well known that limited-nitrogen (nitrogen starvation or
deprivation) conditioning stimulates lipid and DHA synthesis and inhibits the cellular growth
of various microorganism strains [30]. In the present study, a relatively low CSL concentration (5 g/L,
C/N = 12) in medium favored lipid and DHA accumulation in Aurantiochytrium sp., while a relative
high CSL concentration in medium (20 g/L, C/N = 3) favored cellular growth of Aurantiochytrium sp.
(Figure 1). This is similar to previous findings. Thus, the transcriptome mechanism of CSL regulation
is illuminated by the present study.

The unsaturation of fatty acids determines the biophysical characteristics of cell membranes
and the proper function of membrane-attached proteins. Thus, microorganisms are able to vary
their fatty acid profiles and increase their tolerances to various environmental stresses [31]. In the
present study, a limited-nitrogen condition (low level of CSL in medium) increased the unsaturation
degree of fatty acids by enforcing the PKS pathway for PUFA synthesis and weakening the FAS
pathway for saturated fatty acid (SFA) synthesis at a transcriptional level (Table 1 and Figure 5) [32].
Meanwhile, the synthesis of carbon skeleton and reduced power for fatty acids during central carbon
metabolism were enhanced at a transcriptional level under the low CSL condition (Table 1). Besides
the limited-nitrogen condition, various environmental stresses, such as low-oxygen supply [15], 6-BAP
treatment [22], cold stress [14], and so on were found to induce the DHA synthesis in Aurantiochytrium
sp. Moreover, genetic modifications to various genes (e.g., encoding acetyl-CoA synthetase, malic
enzyme (ME), glucose-6-phosphate dehydrogenase (G6PD), and so on), were applied to further
improve DHA productivity in Aurantiochytrium sp. [33,34].

The metabolism of nitrogen is pivotal to CSL regulation in the synthesis of DHA in Aurantiochytrium
sp. Aurantiochytrium sp. is a marine heterotrophic protist and has evolved a multi-enzyme system
that plays an essential role in the material cycle of the marine ecosystem and is able to utilize various
substrates for DHA production [35]. In the current study, a DE gene encoding an aspartyl protease
from Aurantiochytrium sp. was induced as the CSL level in the medium was increased (Table 1). CSL is
rich in 40% protein and 16% nitrogen free extract, making it an ideal nitrogen source for microbial
fermentation [36]. Thus, our results indicate that the aspartyl protease from Aurantiochytrium sp. is
inducible and that more proteins are available for metabolism given a higher level of CSL in medium,
which explains why the high level of CSL in medium favored the growth of Aurantiochytrium sp.
(Figure 6). In addition, glutamate and asparagine, derived from the TCA cycle, were improved with a
high CSL level by enforcing their synthases’ expression. A metabolomics analysis showed that proline
and lysine were also induced by a high level of CSL. This result implied that the nitrogen-rich medium
could increase the synthesis of amino acids by enforcing the carbon flux into the TCA cycle for protein
synthesis or cellular growth while inhibiting the fatty acid synthesis (Figure 6). In contrast, some
stimulators such as gibberellin and 6-BAP have tuned down the amino acid synthesis and TCA cycle,
while enforcing fatty acid and lipid synthesis in Aurantiochytrium sp. [18,37]. Thus, nitrogen plays an
important role in balancing cellular growth and metabolite synthesis in Aurantiochytrium sp. through
multi-target regulations.

Signal transduction and transcription factors (TFs) are the pivotal linkage between the
environmental stress and the downstream regulations of genes and metabolites. In the current
study, two signal transduction elements—the serine/threonine protein kinase (MAPK), and the
Ca2+/calmodulin-dependent protein kinase—and one transcription factor, MYB, were induced
significantly under the limited-nitrogen condition (Table 1). Moreover, a number of environmental or
chemical stimuli, such as low temperature and 6-BAP treatments, were also found to induce signal
transduction systems to enhance lipid and DHA productions in Aurantiochytrium sp. [22,38]. The
signal transduction system has been proven to play an essential role in microbial responses to various
biotic and abiotic stresses [39]. Various proteins serve as transcription factors (TFs) associating signal
pathways with the downstream regulation of multi-genes by interacting with their promoter sequences.
In plants, MYB TFs can activate anthocyanin-synthesis genes under a depleted-nitrogen condition to
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improve anthocyanin accumulation. Overexpression of the TF bHLH or mutation and attenuation of TF
Zn(II)2Cys6 in the Nannochloropsis genus has enhanced their growth rate, nutrient uptake, and FAME
productivity under normal and stressed conditions [40]. These results determine that the TFs serve
as critical targets for genetic modification to enhance lipid and DHA productivity under various
stressed conditions.

5. Conclusions

In the current study, the CSL was proven to be an ideal low-cost agro-substrate for efficient lipid
and DHA production by Aurantiochytrium sp., which could reduce the cost of DHA and increase the
utilization of CSL as a bulk agro-waste. The level of CSL in medium has a significant effect on growth
and lipid and DHA synthesis in Aurantiochytrium sp., and the transcriptomic analysis in this study
illuminates a novel regulation mechanism of CSL involving the perception and transduction of a
limited-nitrogen signal, interactions between the transcription factors and the multiple downstream
genes, and variations in downstream genes and metabolites. This study enriches and completes the
synthesis and regulation theory of microbial lipids and DHA, and provides various potential targets of
genetic modifications for further productivity improvement.

Supplementary Materials: The supplementary materials are available online at http://www.mdpi.com/2218-273X/
9/11/695/s1.

Author Contributions: X.-J.Y. and Z.W. conceived the research and designed the experiments. X.-Y.Z. performed
the experiments. D.-S.W., Z.-P.W. and H.-J.L. analyzed and interpreted the data. X.-J.Y. and X.-Y.Z. wrote and
revised the article. All authors contributed to the final approval of the article.

Funding: This study was financially supported by the Zhejiang Provincial Natural Science Foundation of China
(No. LY18C010004) and the National Natural Science Foundation of China (No. 31560024).

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

References

1. Liu, X.; Wang, X.; Xu, J.; Xia, J.; Lv, J.; Zhang, T.; Wu, Z.; Deng, Y.; He, J. Citric acid production by Yarrowia
lipolytica SWJ-1b using corn steep liquor as a source of organic nitrogen and vitamins. Ind. Crop. Prod. 2015,
78, 154–160. [CrossRef]

2. Amado, I.R.; Vazquez, J.A.; Pastrana, L.; Teixeira, J.A. Microbial production of hyaluronic acid from
agro-industrial by-products: Molasses and corn steep liquor. Biochem. Eng. J. 2017, 117, 181–187. [CrossRef]

3. Horrocks, L.A.; Yeo, Y.K. Health benefits of docosahexaenoic acid (DHA). Pharmacol. Res. 1999, 40, 211–225.
[CrossRef] [PubMed]

4. Barclay, W.R.; Meager, K.M.; Abril, J.R. Heterotrophic production of long chain omega-3 fatty acids utilizing
algae and algae-like microorganisms. J. Appl. Psychol. 1994, 6, 123–129. [CrossRef]

5. Park, W.K.; Moon, M.; Shin, S.E.; Cho, J.M.; Suh, W.I.; Chang, Y.K.; Lee, B. Economical DHA (Docosahexaenoic
acid) production from Aurantiochytrium sp. KRS101 using orange peel extract and low cost nitrogen sources.
Algal Res. 2018, 29, 71–79. [CrossRef]

6. Xu, J.; Zhu, Y.J.; Li, H.C.; Chen, L.M.; Chen, W.X.; Cui, M.; Han, L.N.; Hou, W.B.; Li, D.M. Alanine mother
liquor as a nitrogen source for docosahexaenoic acid production by Schizochytrium sp. B4D1. Electron. J.
Biotechn. 2018, 35, 10–17. [CrossRef]

7. Yin, F.W.; Zhu, S.Y.; Guo, D.S.; Ren, L.J.; Ji, X.J.; Huang, H.; Gao, Z. Development of a strategy for the
production of docosahexaenoic acid by Schizochytrium sp. from cane molasses and algae-residue. Bioresource
Technol. 2019, 271, 118–124. [CrossRef]

8. Liu, Z.; Wang, B.; Liu, Z.; Sheng, S.; Chen, Z.; Wang, J.; Wu, F. Fermentation process and kinetic studies of
using defatted silkworm pupa hydrolyzate as nitrogen source to culture Schizochytrium limacinum for DHA
production. ACTA Pharm. Sin. 2018, 44, 128–136.

9. Song, X.J.; Zang, X.N.; Zhang, X.C. Production of high docosahexaenoic acid by Schizochytrium sp. using
low-cost raw materials from food industry. J. Oleo Sci. 2015, 64, 197–204. [CrossRef]

http://www.mdpi.com/2218-273X/9/11/695/s1
http://www.mdpi.com/2218-273X/9/11/695/s1
http://dx.doi.org/10.1016/j.indcrop.2015.10.029
http://dx.doi.org/10.1016/j.bej.2016.09.017
http://dx.doi.org/10.1006/phrs.1999.0495
http://www.ncbi.nlm.nih.gov/pubmed/10479465
http://dx.doi.org/10.1007/BF02186066
http://dx.doi.org/10.1016/j.algal.2017.11.017
http://dx.doi.org/10.1016/j.ejbt.2018.06.002
http://dx.doi.org/10.1016/j.biortech.2018.09.114
http://dx.doi.org/10.5650/jos.ess14164


Biomolecules 2019, 9, 695 14 of 15

10. Unagal, P.; Assantachai, C.; Phadungruengluij, S.; Suphantharika, M.; Tanticharoen, M.; Verduyn, C. Coconut
water as a medium additive for the production of docosahexaenoic acid (C22: 6 n3) by Schizochytrium
mangrovei Sk-02. Bioresource Technol. 2007, 98, 281–287. [CrossRef]

11. Yu, X.J.; Yu, Z.Q.; Liu, Y.L.; Sun, J.; Zheng, J.Y.; Wang, Z. Utilization of high-fructose corn syrup for biomass
production containing high levels of docosahexaenoic acid by a newly isolated Aurantiochytrium sp. YLH70.
Appl. Biochem. Biotechnol. 2015, 177, 1229–1240. [CrossRef]

12. Jiang, X.; Zhang, J.; Zhao, J.; Gao, Z.Q.; Zhang, C.Z.; Chen, M. Regulation of lipid accumulation in
Schizochytrium sp. ATCC 20888 in response to different nitrogen sources. Eur. J. Lipid Sci. Tech. 2017, 119,
1700025. [CrossRef]

13. Chen, S.L.; Zhao, X.Y.; Ren, L.J.; Ji, X.J.; Huang, H. Metabonomics study on enhancement of unsaturated fatty
acids accumulation by ammonium sulfate in Schizochytrium sp. J. Anal. Chem. 2016, 44, 685–692.

14. Ma, Z.X.; Tian, M.M.; Tan, Y.Z.; Cui, G.Z.; Feng, Y.G.; Cui, Q.; Song, X.J. Response mechanism of the
docosahexaenoic acid producer Aurantiochytrium under cold stress. Algal Res. 2017, 25, 191–199. [CrossRef]

15. Bi, Z.Q.; Ren, L.J.; Hu, X.C.; Sun, X.M.; Zhu, S.Y.; Ji, X.J.; Huang, H. Transcriptome and gene expression
analysis of docosahexaenoic acid producer Schizochytrium sp. under different oxygen supply conditions.
Biotechnol. Biofuels 2018, 11, 249. [CrossRef]

16. Sun, X.M.; Ren, L.J.; Bi, Z.Q.; Ji, X.J.; Zhao, Q.Y.; Huang, H. Adaptive evolution of microalgae Schizochytrium
sp. under high salinity stress to alleviate oxidative damage and improve lipid biosynthesis. Bioresource
Technol. 2018, 267, 438–444. [CrossRef]

17. Yu, X.J.; Liu, J.H.; Sun, J.; Zheng, J.Y.; Zhang, Y.J.; Wang, Z. Docosahexaenoic acid production from the acidic
hydrolysate of Jerusalem artichoke by an efficient sugar-utilizing Aurantiochytrium sp. YLH70. Ind. Crops Prod.
2016, 83, 372–378. [CrossRef]

18. Yu, X.J.; Sun, J.; Sun, Y.Q.; Zheng, J.Y.; Wang, Z. Metabolomics analysis of phytohormone gibberellin
improving lipid and DHA accumulation in Aurantiochytrium sp. Biochem. Eng. J. 2016, 112, 258–268.
[CrossRef]

19. Cao, Q.; Li, A.; Chen, J.; Sun, Y.; Tang, J.; Zhang, A.; Zhou, Z.; Zhao, D.; Ma, D.; Gao, S.J.T.P.B. Transcriptome
sequencing of the sweet potato progenitor (Ipomoea Trifida (HBK) G. Don.) and discovery of drought
tolerance genes. Trop. Plant Biol. 2016, 9, 63–72. [CrossRef]

20. Grabherr, M.G.; Haas, B.J.; Yassour, M.; Levin, J.Z.; Thompson, D.A.; Amit, I.; Adiconis, X.; Fan, L.;
Raychowdhury, R.; Zeng, Q.; et al. Full-length transcriptome assembly from RNA-Seq data without a
reference genome. Nat. Biotechnol. 2011, 29, 644. [CrossRef]

21. Fu, L.; Niu, B.; Zhu, Z.; Wu, S.; Li, W. CD-HIT: Accelerated for clustering the next-generation sequencing
data. Bioinformatics 2012, 28, 3150–3152. [CrossRef] [PubMed]

22. Yu, X.J.; Chen, H.; Huang, C.Y.; Zhu, X.Y.; Wang, Z.P.; Wang, D.S.; Liu, X.Y.; Sun, J.; Zheng, J.Y.; Li, H.J.; et al.
Transcriptomic mechanism of the phytohormone 6-Benzylaminopurine (6-BAP) stimulating lipid and DHA
synthesis in Aurantiochytrium sp. J. Agric. Food Chem. 2019, 19, 5560–5570. [CrossRef] [PubMed]

23. Mao, X.Z.; Cai, T.; Olyarchuk, J.G.; Wei, L.P. Automated genome annotation and pathway identification
using the KEGG Orthology (KO) as a controlled vocabulary. Bioinformatics 2005, 21, 3787–3793. [CrossRef]
[PubMed]

24. Yu, X.J.; Guo, N.; Chi, Z.M.; Gong, F.; Sheng, J.; Chi, Z. Inulinase overproduction by a mutant of the marine
yeast Pichia guilliermondii using surface response methodology and inulin hydrolysis. Biochem. Eng. J. 2009,
43, 266–271. [CrossRef]

25. Gao, M.; Song, X.J.; Feng, Y.G.; Li, W.L.; Cui, Q. Isolation and characterization of Aurantiochytrium species:
High docosahexaenoic acid (DHA) production by the newly isolated microalga, Aurantiochytrium sp. SD116.
J. Oleo. Sci. 2013, 62, 143–151. [CrossRef]

26. Huang, T.Y.; Lu, W.C.; Chu, I.M. A fermentation strategy for producing docosahexaenoic acid in
Aurantiochytrium limacinum SR21 and increasing C22:6 proportions in total fatty acid. Bioresource Technol.
2012, 123, 8–14. [CrossRef]

27. Joshi, S.; Goyal, S.; Reddy, M.S. Corn steep liquor as a nutritional source for biocementation and its impact
on concrete structural properties. J. Ind. Microbiol. Biotechnol. 2018, 45, 657–667. [CrossRef]

28. Nagano, N.; Taoka, Y.; Honda, D.; Hayashi, M. Effect of trace elements on growth of marine eukaryotes,
tharaustochytrids. J. Biosci. Bioeng. 2013, 116, 337–339. [CrossRef]

http://dx.doi.org/10.1016/j.biortech.2006.01.013
http://dx.doi.org/10.1007/s12010-015-1809-6
http://dx.doi.org/10.1002/ejlt.201700025
http://dx.doi.org/10.1016/j.algal.2017.05.021
http://dx.doi.org/10.1186/s13068-018-1250-5
http://dx.doi.org/10.1016/j.biortech.2018.07.079
http://dx.doi.org/10.1016/j.indcrop.2016.01.013
http://dx.doi.org/10.1016/j.bej.2016.05.002
http://dx.doi.org/10.1007/s12042-016-9162-7
http://dx.doi.org/10.1038/nbt.1883
http://dx.doi.org/10.1093/bioinformatics/bts565
http://www.ncbi.nlm.nih.gov/pubmed/23060610
http://dx.doi.org/10.1021/acs.jafc.8b07117
http://www.ncbi.nlm.nih.gov/pubmed/30901205
http://dx.doi.org/10.1093/bioinformatics/bti430
http://www.ncbi.nlm.nih.gov/pubmed/15817693
http://dx.doi.org/10.1016/j.bej.2008.10.018
http://dx.doi.org/10.5650/jos.62.143
http://dx.doi.org/10.1016/j.biortech.2012.07.068
http://dx.doi.org/10.1007/s10295-018-2050-4
http://dx.doi.org/10.1016/j.jbiosc.2013.03.017


Biomolecules 2019, 9, 695 15 of 15

29. De la Torre, I.; Ladero, M.; Santos, V.E. Production of D-lactic acid by Lactobacillus delbrueckii ssp delbrueckii
from orange peel waste: Techno-economical assessment of nitrogen sources. Appl. Microbiol. Biot. 2018, 102,
10511–10521. [CrossRef]

30. Zhao, Y.; Wang, H.-P.; Han, B.; Yu, X. Coupling of abiotic stresses and phytohormones for the production
of lipids and high-value by-products by microalgae: A review. Bioresource Technol. 2019, 274, 549–556.
[CrossRef]

31. Rodriguez-Vargas, S.; Sanchez-Garcia, A.; Martinez-Rivas, J.M.; Prieto, J.A.; Randez-Gil, F. Fluidization of
membrane lipids enhances the tolerance of Saccharomyces cerevisiae to freezing and salt stress. Appl. Environ.
Microb. 2007, 73, 110–116. [CrossRef] [PubMed]

32. Lippmeier, J.C.; Crawford, K.S.; Owen, C.B.; Rivas, A.A.; Metz, J.G.; Apt, K.E. Characterization of both
polyunsaturated fatty acid biosynthetic pathways in Schizochytrium sp. Lipids 2009, 44, 621–630. [CrossRef]
[PubMed]

33. Yan, J.F.; Cheng, R.B.; Lin, X.Z.; You, S.; Li, K.; Rong, H.; Ma, Y. Overexpression of acetyl-CoA synthetase
increased the biomass and fatty acid proportion in microalga Schizochytrium. Appl. Microbiol. Biot. 2013, 97,
1933–1939. [CrossRef] [PubMed]

34. Cui, G.Z.; Ma, Z.; Liu, Y.J.; Feng, Y.; Sun, Z.; Cheng, Y.; Song, X.; Cui, Q. Overexpression of glucose-6-phosphate
dehydrogenase enhanced the polyunsaturated fatty acid composition of Aurantiochytrium sp. SD116. Algal
Res. 2016, 19, 138–145. [CrossRef]

35. Taoka, Y.; Nagano, N.; Okita, Y.; Izumida, H.; Sugimoto, S.; Hayashi, M. Extracellular enzymes produced by
marine eukaryotes, Thraustochytrids. Biosci. Biotechnol. Biochem. 2009, 73, 180–182. [CrossRef]

36. Singh, R.S.; Kaur, N.; Kennedy, J.F. Pullulan production from agro-industrial waste and its applications in
food industry: A review. Carbohyd. Polym. 2019, 217, 46–57. [CrossRef]

37. Yu, X.J.; Sun, J.; Zheng, J.Y.; Sun, Y.Q.; Wang, Z. Metabolomics analysis reveals 6-benzylaminopurine as a
stimulator for improving lipid and DHA accumulation of Aurantiochytrium sp. J. Chem. Technol. Biotechnol.
2015, 91, 1199–1207. [CrossRef]

38. Ma, Z.X.; Tan, Y.Z.; Cui, G.Z.; Feng, Y.G.; Cui, Q.; Song, X.J. Transcriptome and gene expression analysis of
DHA producer Aurantiochytrium under low temperature conditions. Sci. Rep. 2015, 5, 14446. [CrossRef]

39. Ding, W.; Zhao, Y.T.; Xu, J.W.; Zhao, P.; Li, T.; Ma, H.X.; Reiter, R.J.; Yu, X.Y. Melatonin: A Multifunctional
Molecule That Triggers Defense responses against high light and nitrogen starvation stress in Haematococcus
pluvialis. J. Agric. Food Chem. 2018, 66, 7701–7711. [CrossRef]

40. Kang, N.K.; Jeon, S.; Kwon, S.; Koh, H.G.; Shin, S.E.; Lee, B.; Choi, G.G.; Yang, J.W.; Jeong, B.R.; Chang, Y.K.
Effects of overexpression of a bHLH transcription factor on biomass and lipid production in Nannochloropsis
salina. Biotechnol. Biofuels 2015, 8, 200. [CrossRef]

© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1007/s00253-018-9432-4
http://dx.doi.org/10.1016/j.biortech.2018.12.030
http://dx.doi.org/10.1128/AEM.01360-06
http://www.ncbi.nlm.nih.gov/pubmed/17071783
http://dx.doi.org/10.1007/s11745-009-3311-9
http://www.ncbi.nlm.nih.gov/pubmed/19495823
http://dx.doi.org/10.1007/s00253-012-4481-6
http://www.ncbi.nlm.nih.gov/pubmed/23070649
http://dx.doi.org/10.1016/j.algal.2016.08.005
http://dx.doi.org/10.1271/bbb.80416
http://dx.doi.org/10.1016/j.carbpol.2019.04.050
http://dx.doi.org/10.1002/jctb.4869
http://dx.doi.org/10.1038/srep14446
http://dx.doi.org/10.1021/acs.jafc.8b02178
http://dx.doi.org/10.1186/s13068-015-0386-9
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Material and Methods 
	Materials 
	Strain and Culture Conditions 
	Biomass Determination 
	Lipid and Fatty Acids Analysis 
	Sample Collection and Pretreatment 
	RNA Isolation 
	Library Preparation and Sequencing 
	RNA-Seq Data Processing and Transcriptome Analysis 
	Quantitative Real-Time Reverse Transcription PCR (qRT-PCR) 
	Metabolomic Validation 
	Enzymatic Validation 

	Results 
	Evaluation of CSL for Lipid and DHA Production by Aurantiochytrium sp. 
	Illumina Sequencing, Reads Assembly, and Functional Annotation 
	Transcriptome Profiles of Aurantiochytrium sp. Cells under Three-Level CSL Conditions 
	DE Genes Related to the CSL Regulation of Growth and Lipid and DHA Synthesis 
	Validation of the Transcriptomic Data by qRT-PCR 

	Discussion 
	Conclusions 
	References

