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Abstract: The authors of this paper conducted a comparative metabolomic analysis of Ophiocordy-
ceps sinensis (OS), providing the metabolic profiles of the stroma (OSBSz) and sclerotia (OSBSh)
of OS by widely targeted metabolomics and untargeted metabolomics. The results showed that
778 and 1449 metabolites were identified by the widely targeted metabolomics and untargeted
metabolomics approaches, respectively. The metabolites in OSBSz and OSBSh are significantly
differentiated; 71 and 96 differentially expressed metabolites were identified by the widely tar-
geted metabolomics and untargeted metabolomics approaches, respectively. This suggests that these
71 metabolites (riboflavine, tripdiolide, bromocriptine, lumichrome, tetrahymanol, citrostadienol, etc.)
and 96 metabolites (sancycline, vignatic acid B, pirbuterol, rubrophen, epalrestat, etc.) are potential
biomarkers. 4-Hydroxybenzaldehyde, arginine, and lumichrome were common differentially ex-
pressed metabolites. Using the widely targeted metabolomics approach, the key pathways identified
that are involved in creating the differentiation between OSBSz and OSBSh may be nicotinate and
nicotinamide metabolism, thiamine metabolism, riboflavin metabolism, glycine, serine, and threonine
metabolism, and arginine biosynthesis. The differentially expressed metabolites identified using the
untargeted metabolomics approach were mainly involved in arginine biosynthesis, terpenoid back-
bone biosynthesis, porphyrin and chlorophyll metabolism, and cysteine and methionine metabolism.
The purpose of this research was to provide support for the assessment of the differences between
the stroma and sclerotia, to furnish a material basis for the evaluation of the physical effects of OS,
and to provide a reference for the selection of detection methods for the metabolomics of OS.

Keywords: metabolomics; Ophiocordyceps sinensis; widely targeted metabolomics; untargeted
metabolomics; Fungi

1. Introduction

Ophiocordyceps sinensis (Berk.) (OS) Sung et al., is a parasitic complex of the fungus
O. sinensis [1], which is distributed in the Qinghai-Tibet Plateau and surrounding areas at
an altitude of 3200-5300 m. Modern pharmacological studies have found that OS exerts
different degrees of therapeutic effects on the cardiovascular system, respiratory system,
nervous system, immune system, kidney, and liver [2-6]. In addition, it has antitumor
and antioxidant activities [7,8]. The pharmacological action of OS is closely related to its
polysaccharides, nucleosides, sterols, flavonoids, cyclic peptides, phenols, anthracenes,
polyketones, and alkaloids [9,10]. Most research on the active components of OS is focused
on adenosine and ergosterol. For example, Yang et al. found that there was a significant
difference in adenosine content between the stroma and sclerotia of OS (OSBSz and OSBSh,
respectively) [11]. A recent study showed that ergosterol is more abundant in hosts than in
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the stroma, especially on top of the host. Intensive research on the known active components
of OS has been conducted, and potential markers have been elucidated. Zhong et al.
found that the water extract of OS had significant anti-inflammatory effects against single
stimulation by cigarette smoke extract (CSE), as well as infection by a compound influenza
virus [12]. A UHPLC-Q-TOF-MS technique was used to extract a novel fatty acid—(2Z 4e)-
deca-2,4-dienoic acid—from CSE, which attenuated the inflammatory response by reducing
mRNA and protein levels in cells [13]. The same study also found that OS contains a
water-insoluble polysaccharide, 3-(1,3) glucan, which is not only a component of fungal
cell walls, but it is also the core structure of immunologically active polysaccharides that
stimulate immune receptors such as Dectin-1 to trigger innate immune responses; this
suggests that there may a large number of unknown active ingredients in OS, which
could play an important role in the prevention and treatment of diseases. However, the
identification of potential markers is challenging, and there is a need for new methods to
find accurate biomarkers.

In previous studies, chromatographic and spectroscopic techniques have been widely
used in the study of OS, such as thin layer chromatography [14], high-performance lig-
uid chromatography (HPLC) [15], gas chromatography [16,17], capillary electrophoresis
chromatography [18], infrared spectroscopy [19], and nuclear magnetic resonance spec-
troscopy [20]. The use of these techniques has rapidly advanced the research of the chemical
composition and quality evaluation of OS. HPLC is currently the most widely used tech-
nique in the research of OS. Detection and analysis are performed with different detectors
depending on the nature of the analyte. Mass spectrometric (MS) detectors provide struc-
tural information and have high sensitivity. For example, cyclo-Ala-Leu-rhamnose and
Phe-O-glucose were identified in OS by using HPLC-MS [21].

In addition to being used for quality assessment, HPLC-MS metabolomics is also
becoming increasingly applied in discovery studies for potential biomarkers. It is well
known that genomics and proteomics explore activities at the gene and protein levels,
respectively, but in fact, many activities in cells occur at the metabolite level; for exam-
ple, cellular signaling, energy transfer, and intercellular communication are regulated by
metabolites [22,23]. Metabolomics is a static concept, which links differentially expressed
metabolites to phenotypic changes through the qualitative and quantitative analysis of
low-molecular-weight metabolites in different samples, which can identify metabolites that
play important roles and preliminarily explore the causes of the changes. Such findings
are regarded as a “bellwether” in the process of biomarker research for OS. Therefore, the
choice of detection technique is crucial for OS research. A rigorous and simple detection
technique can not only obtain credible results but also provide technical references for
the following research. Metabolomics can not only be applied to explain the interaction
mechanism between species, but also to explore new metabolites with biological activ-
ity [24]. Metabolomics is categorized as untargeted metabolomics or targeted metabolomics,
depending on the aim of the study. Untargeted metabolomics is applied to detect all small
molecule metabolites in an unbiased manner, whereas targeted metabolomics is applied to
quantify only the targeted metabolites of interest. Widely targeted metabolomics is a novel
technique that differs from existing metabolite detection methods because it integrates
the advantages of the “generality” of untargeted metabolomics and the “accuracy” of
targeted metabolomics. Furthermore, widely targeted metabolomics is a high-throughput,
ultrasensitive technique with wide coverage that can be used for both qualitative and
quantitative analysis.

At present, in the metabolomic research on OS, comparative research of untargeted
metabolomics and widely targeted metabolomics is still lacking. Therefore, the purpose
of the present study was to explore the metabolic profiles of the stroma and the sclerotia
of OS using different detection techniques, and to identify important metabolites and key
metabolic pathways by combining multivariate statistical analysis methods. This could
provide technical ideas for future research, provide important references for the choice of
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detection technology, and also provide favorable support for the study of the medicinal
value of OS.

2. Results
2.1. Metabolite Identification

Representative total ion chromatograms of OSBSz and OSBSh obtained by widely
targeted metabolomics are shown in Figure 1la. As can be seen from the figure, all target
compounds exhibited symmetrical chromatographic peaks, and chromatographic separa-
tion of individual target compounds was well achieved. From the base peak chromatogram
obtained using untargeted metabolomics (Figure 1b), it can be seen that the samples had
a good peak shape and large peak capacity. After peak deconvolution, alignment, and
exclusion of ion features, 3491 ions were acquired by untargeted metabolomics. In to-
tal, the 778 and 1449 metabolites were tentatively identified in the chromatograms using
widely targeted metabolomics and untargeted metabolomics, respectively, by comparing
their fragment patterns with a mass spectral database. In terms of the types of metabo-
lites, they were mainly amino acids, terpenoids, phenylpropanoids, alcohols, aromatics,
phenols, nucleosides, flavonoids, and alkaloids, which is in line with the main types of
fungal metabolites.
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Figure 1. (a) Representative total ion chromatogram by the widely targeted metabolomics approach.
(b) Base peak chromatogram by the untargeted metabolomics approach.

2.2. Principal Component Analysis

As the most widely used unsupervised pattern recognition method, principal com-
ponent analysis (PCA) can intuitively demonstrate the overall distribution of samples.
The R? value obtained from PCA is regarded as an important indicator, with larger R?
values indicating better fitting of the model. As can be seen from the PCA score plots
(Figure 2a,b), all samples were within 95% confidence intervals, whether using widely
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targeted metabolomics (RZX = 0.703) or untargeted metabolomics (R2X = 0.685). Three
biological replicates were clustered, demonstrating good experimental reproducibility.
OSBSz showed a separation trend from OSBSh, which indicates that the metabolites of
OSBSz were significantly different from those of OSBSh. To obtain reliable and high-quality
metabolomic data, quality control (QC) samples are usually used for quality control during
detection. The smaller the difference between QC samples, the higher the stability of the
method and the higher the quality of the data. The dense distribution of two QC samples
in the PCA score chart shows that the data are reliable.
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Figure 2. (a,b) PCA model score of the widely targeted metabolomics approach (a) and the untargeted
metabolomics approach (b). (c,d) PLS-DA model score of the widely targeted metabolomics approach
(c) and the untargeted metabolomics approach (d). (e, f) Statistical validation of the PLS-DA model
using permutation analysis for the widely targeted metabolomics approach (e) and the untargeted
metabolomics approach (f).

2.3. Partial Least Squares Discriminant Analysis

PCA may cause misjudgment in classification, and data must be further analyzed
by supervised partial least squares discriminant analysis (PLS-DA). Compared with PCA,
PLS-DA has a stronger ability to extract variation information between groups. From the
PLS-DA score plots (Figure 2¢,d), it can be seen that OSBSz and OSBSh performed very
differently, data points of OSBSz and OSBSh were significantly distinguished, regardless of
which detection means were applied, which was consistent with the PCA results. The model
fitting parameter (R?X) of the widely targeted metabolomics and untargeted metabolomics
approaches was 48.3% and 63.1%, respectively, and the model discrimination parameter
(R%Y) was 89.1% and 99.1%, respectively, indicating that the model had a good fit. To check
if the PLS-DA model was overfitted, 200 permutation tests were performed [24]. As shown
in Figure 2e,f, the R? and Q? values in the original model were very close to 1, which proved
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that the established model conformed to the real situation of the sample data. This means
that the PLS-DA model was not overfitted and the model was reliable.

2.4. Screening of Differentially Expressed Metabolites

As shown in Tables S1 and S2, the widely targeted metabolomics and untargeted
metabolomics approaches were employed to screen out 70 and 96 differentially expressed
metabolites, respectively. As shown in Figure 3a,b, the differentially expressed metabolites
mainly included amino acids, nucleosides, alcohols, alkaloids, esters, and flavones. The
differentially expressed metabolites identified by widely targeted metabolomics mainly
included amino acid, nucleoside, and acid metabolites, such as threonine, proline, arginine,
asparagine, gemcitabine, flavin adenine dinucleotide (FAD), and 5-Methyltetrahydrofolic
acid. The differentially expressed metabolites identified by untargeted metabolomics
mainly included tyrosine, arginine, DOPA, epalrestat, indospicine, and 2’-Deoxycytidine.
Furthermore, metabolites such as 4-Hydroxybenzaldehyde, arginine, and lumichrome were
identified by both techniques. These results constitute encouraging preliminary findings in
favor of the use of metabolomics to explore potential biomarkers.
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Figure 3. Differentially expressed metabolite classification pie chart. (a) Widely targeted
metabolomics. (b) Untargeted metabolomics.

Comparative analysis between OSBSh and OSBSz using the widely targeted metabolomics
approach showed that OSBSh contained more bromocriptine, lumichrome, pyridoxine,
arginine, and 2-picolinic acid than OSBSz (Figure 4a). Perhaps these metabolites are
important components of the sclerotia and closely related to the physiological activities
of the host. For example, arginine participates in biochemical reactions such as ammonia
detoxification and the immune system. Arginine is an important metabolite to maintain
the survival of the host. 5-Methyltetrahydrofolic acid, nicotinic acid adenine dinucleotide,
tetrahymanol, citrostadienol, melibiose, and salsolinol were more abundant in OSBSz.
Using the untargeted metabolomics approach, the levels of sancycline, glycyrin, pirbuterol,
neotame, rubrophen, geniposidic acid, arginine, methionylleucine, 4-Pyridoxic acid, and
ethosuximide were higher in OSBSh. 3-Phenylpropanoic acid, phthalic acid, and epalrestat
were more abundant in OSBSz (Figure 4b). These metabolites may be involved in the
germination, maturation, and aging of the stroma.

2.5. Hierarchical Cluster Analysis

Hierarchical cluster analysis (HCA) of metabolites based on their characteristics can
be used to classify the metabolites that have the same characteristics into one group, and to
then find the variation of metabolites between OSBSz and OSBSh. HCA was applied to
the top 20 differentially expressed metabolites. The results showed that using the widely
targeted metabolomics approach (Figure 5a), nicotinic acid adenine dinucleotide, oxymor-
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phone, and homoserine were highly expressed in OSBSz, whereas 5-aminovaleric acid,
6-aminocaproic acid, 2-picolinic acid, betaine aldehyde, riboflavin, tripdiolide, lumichrome,
ornithine, proline, citrulline, arginine, asparagine, threonine, 4-Hydroxybenzaldehyde,
and histidine were highly expressed in OSBSh. Among them, arginine was also highly
expressed in OSBSh in the untargeted metabolomics, which was consistent with the top
20 differentially expressed metabolites chart. These results suggested that the differences
between OSBSz and OSBSh may be regulated by these key substances.

a b 4 s
3
89 1 8 2 o 3 S g » 2 5 ! 5 2 . 8 &
[~ =] ™ =
a = A — R o == 8 - 4 4 e == . _ o \ j
™= 6 34 3 ;
+ 4 s 4 P + [
r 24 2 |
|
I‘H 1-( : ] : *‘ N ' ’ ’ ﬂ }
|
. 6 . 7 s 8 s 9; P 10 « 6 . 7 . 8 9 . 10
o = . - . ™ o = o ™= D ™ A4 = o = ¢ s =
Q T | Qo * - 3 & . Ea
= 4 4 4 “ 4 = " a r
'g 'g 24 :
[~ 24 2 2- 2 24 o 1 2 24 2-
2 2
B T - — 0 T = _ 0 T
e [
E , 11 . 12 = 13 A 14 . = . II_I_ . 12‘ . 13 . 14 . |5{_
= —
T«: 6 1] o 6 = & 3 S| o N - B N = —:LE _I_
Ll 6 = Ea E‘-’ 3 A 4
. 4 44 « 24 24
4 2 24 o
z 2 & 1 . 1 1 " N
- - L — o L —— _._ .
10 16 104 17 8 18 - 19 8 5- 10 17 8 18 54 19 54 20
o o B o = s . o I~ o = o M o = [} o - B
& 6 & 3 & 34 3
4 4 4
. 4+ n 24 4 2 24
2 2 G 2 L 1 2 4 14 1
© » o o 5 g
# ¢ & P & . f S S FF £F
& & F & F & e &P & o”oé‘ F & e & F & F &

Figure 4. The top 20 differentially expressed metabolites. (a) Widely targeted metabolomics.
(b) Untargeted metabolomics.
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2.6. Analysis of Differentially Expressed Metabolite Pathways and Enrichment Analysis

Pathway enrichment analysis revealed that the enriched pathways were mainly in-
volved in metabolism and then biosynthesis. In total, 18 and 12 metabolic pathways were
enriched, respectively (Figure 6a,b). As shown in the bubble chart, the abscissa where the
bubble is located and the size of the bubble represent the influence value. The larger the
bubble, the greater the importance of the pathway. The ordinate where the bubble is located
and the color of the bubble represent the p value of the enrichment analysis. The redder the
bubble, the closer the p value is to 0, hence the enrichment is more significant. It was found
that the differentially expressed metabolites detected by widely targeted metabolomics
were primarily involved in nicotinate and nicotinamide metabolism, thiamine metabolism,
riboflavin metabolism, glycine, serine, and threonine metabolism, and arginine biosyn-
thesis (Figure 6¢). The differentially expressed metabolites detected by the untargeted
metabolomics were mainly involved in arginine biosynthesis, terpenoid backbone biosyn-
thesis, porphyrin and chlorophyll metabolism, and cysteine and methionine metabolism
(Figure 6d). Specifically, these metabolic pathways may be the key to determine the differ-
ences between OSBSz and OSBSh, and important differentially expressed metabolites play
a crucial role in the key pathways. The common metabolic pathways of the differentially
expressed metabolites were screened by the two methods, including arginine biosynthesis,
cysteine and methionine metabolism, arginine and proline metabolism, aminoacyl-tRNA
biosynthesis, porphyrin and chlorophyll metabolism, and pyrimidine metabolism. Argi-
nine is found among the differentially expressed metabolites of the two detection methods,
and arginine is involved in normal activities of the body as an important amino acid.
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Figure 6. (a,b) Differentially expressed metabolic pathway maps of OSBSz and OSBSh. (a) Widely
targeted metabolomics. (b) Untargeted metabolomics. (c,d) Differentially expressed metabolite enrich-
ment analysis of OSBSz and OSBSh. (c) Widely targeted metabolomics. (d) Untargeted metabolomics.
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3. Discussion

To the best of our knowledge, this is the first study to compare widely targeted
metabolomics and untargeted metabolomics combined with multivariate data analysis
approaches to explore the metabolite differences between OSBSz and OSBSh. The identifi-
cation of metabolites has always been an important challenge in metabolomics research.
At present, there is no metabolomic analysis platform that covers all metabolites without
bias [25,26]. In this study, two detection methods brought different results. The num-
ber of metabolites identified varied greatly; 778 and 1449 metabolites were detected by
widely targeted and untargeted metabolomics, respectively. There are two main reasons
for this difference. First, there are differences in underlying qualitative principles between
the two detection modalities. For the widely targeted metabolomics approach, the data
acquisition principle is multiple reaction monitoring (MRM) technology based on triple
quadrupole MS. The noise interference of MS signals can be significantly reduced under
the dual mass screening of parent ions and daughter ions; their identification is more
accurate, reproducible, and sensitive [27]. However, untargeted metabolomics relies on the
parent ion’s signal intensity when selecting it for fragmentation and secondary scanning,
which is performed on parent ions that meet a threshold range according to a set signal
threshold of parent ions; for this reason, metabolites were detected in higher numbers by
untargeted metabolomics than by widely targeted metabolomics. Second, the extraction of
metabolites is a crucial part of metabolomics studies, which directly affects the range of
detectable metabolites as well as the number of metabolites extracted [28,29]. In the present
study, the extraction solutions for the widely targeted and untargeted metabolomics were
methanol:H,O (3:1) and methanol:acetonitrile:H,O (2:2:1), respectively. The addition of
acetonitrile, included because of its better separation, symmetrical peak shape, and stable
baseline, enabled the solution to sufficiently extract the metabolites of OS. The extraction
of metabolites is a key part of the experiment, and effective extraction is the premise for
the successful detection of metabolites. Therefore, accurate identification of metabolites is
necessary in the metabolomics study of OS.

Scientific acquisition of differentially expressed metabolites is another challenge in
metabolomics [30]. During multivariate data analysis, since unsupervised PCA causes false
positives when classifying, analysis by supervised PLS-DA is necessary to visualize the
overall distribution of the samples. Irrespective of the detection method used, significant
differences were found between OSBSz and OSBSh. Metabolites with VIP > 1 and p < 0.05
were considered as differentially expressed metabolites in this study [31,32]. In previous
studies, some important differential metabolites showed significant biological activity.
Epalrestat is used to treat diabetes, kidney disease, heart disease, and retinopathy and
can relieve diabetic neuropathic pain [33,34]. Flavin adenine dinucleotide (FAD) is an
essential component of the body’s intracellular multifunctional oxidase system, involved
in intracellular redox and electron transport systems in mitochondria, and associated with
in vivo metabolism of sugars, fats, proteins, etc. Moreover, FAD can be used to lower blood
pressure [35]. DOPA is an effective drug for the prevention and treatment of Parkinson’s
disease, carbon monoxide poisoning, and other conditions [36]. Therefore, the differentially
expressed metabolites provide a material basis for revealing the pharmacodynamics of OS
and may be potential biomarkers for OS. Both assays focused on 4-Hydroxybenzaldehyde,
arginine, and lumichrome. 4-Hydroxybenzaldehyde is one of the main active components
of Gastrodia elata, which exerts protective effects against ischemic stroke. Furthermore, it
inhibits thrombus formation, protects the blood-brain barrier, and relaxes vascular smooth
muscle. It is expected to be developed into a new drug for the prevention and treatment
of ischemic stroke [37]. It may play an important role in the treatment of cardiovascular
and cerebrovascular diseases. Arginine is a semi-essential amino acid, which is involved
in protein biosynthesis and host immune reactions. Clinically, arginine supplementation
is used to treat some cardiovascular diseases, such as hypertension and coronary heart
disease [38]. Lumichome is one of the photodegradants of vitamin B,. It participates in
biological oxidation in vivo, is related to energy metabolism and carbohydrate, protein,



Molecules 2022, 27, 3645

90f13

nucleic acid, and fat metabolism, and also shows antitumor activity [39]. Based on these
observations, it can be speculated that 4-Hydroxybenzaldehyde, arginine, and lumichrome
are extremely important in the growth process of OS, and they may be important effective
components for the prevention and treatment of diseases by OS.

The purpose of enrichment analysis is finding biological pathways that play a key role
in a biological process, and revealing and understanding the basic molecular mechanisms of
biological processes. In this study, we found that the key pathways in which the important
differentially expressed metabolites of OS are mainly involved were arginine biosynthesis,
cysteine and methionine metabolism, arginine and proline metabolism, aminoacyl-tRNA
biosynthesis, porphyrin and chlorophyll metabolism, and pyrimidine metabolism. The mi-
crobial/ plant arginine biosynthesis pathway offers the potential capacity of antimicrobial
and biocidal benefits [40]. Gut microbiota played a critical role in promoting the host resis-
tance to low-temperature stress in Bactrocera dorsalis by regulating its arginine and proline
metabolism pathway [41]. The aminoacyl-tRNA biosynthesis pathway is important for pro-
tein synthesis and is most strongly associated with the detoxification of ammonia [42]. This
suggests that the low temperature resistance, biological control and nutrient absorption of
OS is related to key pathways. The shortcomings of both methods could only be relatively
quantified, and due to the small number of replicates, more common components were not
obtained in the analysis of differentially expressed metabolites. It was suggested that the
database of fungal resources should be expanded, refined, and specialized so that there is
symmetry between the two methods that were compared. In future metabolome studies of
OS, detection methods should be selected according to the purpose of the study. To obtain
oridonin metabolic fingerprints, to obtain more comprehensive metabolite information, or
to rapidly classify the samples, untargeted metabolomics is perhaps the best choice. Widely
targeted metabolomics can be used for a focused analysis of the metabolites associated
with a certain class of compounds for a specific metabolic pathway, for oridonin quality
assessment, and for the identification of metabolites. If untargeted metabolomics was
first used for preliminary metabolite targeting, further targeted exploration with widely
targeted metabolomics may maximize the information obtained by metabolomics.

In summary, the present study provided the metabolic profiles of different parts of OS
as well as references for quality assessment, further research of the chemical composition
of OS, and phenotype analysis. Moreover, by multivariate statistical analysis, potential
biomarkers, and key metabolic pathways were highlighted, which provide support for the
study of the pharmacological effects of OS. Importantly, the contrasting metabolome results
of the present study provide a basis for method selection in future metabolome studies.

4. Materials and Methods
4.1. Materials

Wild OS from Baima Snow Mountains were collected in June 2021. The bacterial
membrane was first washed with distilled water, and OS was cut from the base of the
stroma into two parts, the stroma and sclerotia. The stroma was labeled as OSBSz-x and
the sclerotia was labeled as OSBSh-x. Three biological replicates were used for each group.

Instruments for widely targeted metabolomics include ultrahigh-performance liquid
chromatograph (Sciex, Framingham, MA, USA), a high-sensitivity mass spectrometer
(Sciex, Framingham, MA, USA), and a centrifuge (Thermo Scientific, Waltham, MA, USA),
and a water purification system (Merck Millipore, Burlington, MA, USA). Instruments for
untargeted metabolomics include ultrahigh-performance liquid chromatography (Waters,
Milford, MA, USA), a high-resolution mass spectrometer (Thermo Scientific, Waltham,
MA, USA), a low-temperature high-speed centrifuge (Eppendorf, Hamburg, Germany), a
vortex (Qilin Bell Instrument Manufacturing Co., Ltd., Haimen, China), a water purification
system (Millipore, Burlington, MA, USA), and a refrigerated vacuum concentrator (Gene
company limited, Hong Kong, China).
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4.2. Metabolite Extraction

In the widely targeted metabolomics approach, freeze-dried samples were crushed
with a mixer mill for 1 min at 60 Hz. Then a 100-mg aliquot of each sample was transferred
to an Eppendorf tube. After the addition of 1.5 mL of extraction solution (methanol:water,
3:1, precooled at —40 °C, containing internal standard), extraction was performed overnight
at 4 °C on a shaker. Then samples were centrifuged at 12,000 rpm for 15 min at 4 °C.
The supernatant was carefully filtered through a 0.22 um microporous membrane and
transferred into a fresh 2 mL glass vial. From each sample, 40 puL was taken, and these
aliquots were pooled as QC samples and stored at —80 °C until UHPLC-MS analysis [43,44].

In the untargeted metabolomics approach, after thawing the samples slowly at 4 °C,
25 mg was put into a 1.5-mL Eppendorf tube. Next, 800 uL of the extraction solution
(methanol:acetonitrile:water, 2:2:1, precooled at —20 °C) was added, and 10 pL of the
internal standard and two small steel balls were added. Samples were placed in a tissue
grinder (50 Hz, 5 min). After ultrasonic treatment in a water bath at 4 °C for 10 min,
samples were stored at —20 °C for 1 h. Centrifugation was performed at 25,000 rpm at 4 °C
for 15 min. After centrifugation, 600 uL of the supernatant was removed and drained by
a vacuum concentrator. Next, a 200 uL complex solution (methanol:H,O, 1:9) was added
for redissolution, followed by vortex shock for 1 min, ultrasonic treatment in a water bath
at 4 °C for 10 min, and centrifugation at 25,000 rpm for 15 min at 4 °C. The resulting
supernatant was used for further analysis [45,46].

4.3. UHPLC-MS Conditions

In the widely targeted metabolomics experiments, UHPLC separation was carried out
using an ExionLC system. Mobile phase A was 0.1% formic acid in water and mobile phase
B was acetonitrile. The column temperature was set at 40 °C. The auto-sampler temperature
was set at 4 °C and the injection volume was 2 uL. The gradient for chromatographic
analysis was as follows: 0-0.5 min, 2% B; 0.5-10 min, 50% B; 10-13 min, 95% B; 13-15 min,
2% B.

A Sciex QTrap 6500+ was applied for assay development. Typical ion source parame-
ters were: ion spray voltage: +5500/ —4500 V; curtain gas: 35 psi; temperature: 400 °C; ion
source gas 1 pressure: 60 psi; ion source gas 2 pressure: 60 psi; DP: =100 V.

In the untargeted metabolomics experiments, the chromatographic column used was
BEH Cig (1.7 pm, 2.1 x 100 mm, Waters, Milford, MA, USA). The positive ion mode
mobile phase was an aqueous solution containing 0.1% formic acid (liquid A) and methanol
containing 0.1% formic acid (liquid B), and the negative ion mode mobile phase was an
aqueous solution containing 10 mM ammonia formic acid (liquid A) and 95% methanol
containing 10 mM ammonia formic acid (liquid B). The column temperature was set at
45 °C. The flow rate was 0.35 mL/min and the injection volume was 5 pL. The gradient
for chromatographic analysis was as follows: 0-1 min, 2% B; 1-9 min, 2-98% B; 9-12 min,
98% B; 12-12.1 min, 98% B; 12.1-15 min, 2% B.

A Q Exactive HF mass spectrometer was used for MS data acquisition. Typical ion
source parameters were: sheath gas flow rate: 40; aux gas flow rate: 10; spray voltage in
positive ion mode: 3.80 V; spray voltage in negative ion mode: 3.20 V; capillary temperature:
320 °C; aux gas heater temp: 350 °C. To provide more reliable experimental results, the
samples were randomly sorted to reduce systematic errors.

4.4. Data Processing and Statistical Analysis

For widely targeted metabolomics, Sciex analyst work station software Version 1.6.3
(Sciex, Framingham, MA, USA) was employed for MRM data acquisition and process-
ing. MS raw data files were converted to the TXT format using MSconventer. R software
Version 4.0.0 (https:/ /www.r-project.org/ (accessed on 19 September 2020)) was used for
peak detection and annotation. For untargeted metabolomics, the acquired mass spectral
raw data were imported into Compound Discoverer 3.1 (Thermo Scientific, Wilmington,
NC, USA) for data processing, mainly including peak extraction, retention time correction,
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adduct ion merging, missing value filling, and background peak labeling. Finally, the
compound molecular weight, retention time, peak area, and identification results were
exported. PCA, PLS-DA, and 200 permutation tests were performed using SIMCA soft-
ware Version 14.1 (Umetrics AB, Umed, Sweden). The metabolic pathway analysis of
the differentially expressed metabolites was performed by the online tool MetaboAnalyst
(https:/ /www.metaboanalyst.ca/ (accessed on 11 March 2022)).

4.5. Metabolite Identification and Analysis of Differentially Expressed Metabolites

Metabolites were identified by combining the mzCloud (https://www.mzcloud.org/
(accessed on 1 March 2022)), ChemSpider (https:/ /www.chemspider.com/(accessed on
1 March 2022)), HMDB (https://hmdb.ca/ (accessed on 1 March 2022)), KEGG (https://
www.genome.jp/kegg/compound/ (accessed on 1 March 2022)), and LipiMaps (https://
www.lipidmaps.org/ (accessed on 1 March 2022)) databases. The main parameters for
metabolite identification are precursor mass tolerance, < 5 ppm; fragment mass tolerance,
< 10 ppm, RT tolerance, < 0.2 min. The differentially expressed metabolites were iden-
tified based on variable importance in a project (VIP) > 1 in the PLS-DA model and the
Student’s t test (p < 0.05) using SPSS software Version 19.0 (IMB Corp., Armonk, NY, USA).
Differentially expressed metabolite classification pie charts and HCA charts were drawn
by SPSS software Version 19.0. The relative abundance of the top 20 metabolites with VIP
was log-normalized, the 1-20 metabolites correspond to Tables S1 and S2, and the relative
abundance charts were drawn with GraphPad Prism software Version 9.3 (Graphpad,
San Diego, CA, USA).

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/molecules27113645/s1: Table S1: Differentially expressed metabo-
lites in samples of the widely targeted metabolomics approach; Table S2: Differentially expressed
metabolites in samples of the untargeted metabolomics approach.

Author Contributions: Conceived and designed the study: J.Z. and H.Y. Performed the study: D.H.,
W.Z,RL., ]J.W. and M.W. Analyzed the data: ].Z. and M.W. Wrote the paper: J.Z. All authors have
read and agreed to the published version of the manuscript.

Funding: This research was funded by the National Natural Science Foundation of China (Grant
Nos. 31870017 and 31270068) and the Department of Science and Technology of Yunnan Province
(Grant No. 2018FY001(-006)).

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: Not applicable.

Acknowledgments: We thank Baiqu Bio Co., Ltd. and BGI Co., Ltd. for the excellent experiments.
Conflicts of Interest: The authors declare no conflict of interest.

Sample Availability: Not applicable.

1.  Sung, G.H.; Hywel-Jones, N.L.; Sung, ].M.; Luangsa-Ard, ].].; Shrestha, B.; Spatafora, ]. W. Phylogenetic Classification of Cordyceps
and the Clavicipitaceous Fungi. Stud. Mycol. 2007, 57, 5-59. [CrossRef] [PubMed]

2. Fu,HI;Hsu, J.H,; Li, TJ.; Yeh, S.H.; Chen, C.C. Safety Assessment of Hea-Enriched Cordyceps Cicadae Mycelia on the Central
Nervous System (Cns), Cardiovascular System, and Respiratory System in Icr Male Mice. Food Sci. Nutr. 2021, 9, 4905-4915.

[CrossRef] [PubMed]

3. Kong, B.H,; Yap, C.A,; Razif, M.EM.; Ng, S.T,; Tan, C.S.; Fung, S.Y. Antioxidant and Cytotoxic Effects and Identification of
Ophiocordyceps Sinensis Bioactive Proteins Using Shotgun Proteomic Analysis. Food Technol. Biotechnol. 2021, 59, 201-208.

[CrossRef] [PubMed]

4. Wu, W.T,; Hsu, TH,; Lee, CH.; Lo, H.C. Fruiting Bodies of Chinese Caterpillar Mushroom, Ophiocordyceps Sinensis (As-
comycetes) Alleviate Diabetes-Associated Oxidative Stress. Int. ]. Med. Mushrooms 2020, 22, 15-29. [CrossRef]


https://www.metaboanalyst.ca/
https://www.mzcloud.org/
https://www.chemspider.com/(accessed
https://hmdb.ca/
https://www.genome.jp/kegg/compound/
https://www.genome.jp/kegg/compound/
https://www.lipidmaps.org/
https://www.lipidmaps.org/
https://www.mdpi.com/article/10.3390/molecules27113645/s1
https://www.mdpi.com/article/10.3390/molecules27113645/s1
http://doi.org/10.3114/sim.2007.57.01
http://www.ncbi.nlm.nih.gov/pubmed/18490993
http://doi.org/10.1002/fsn3.2440
http://www.ncbi.nlm.nih.gov/pubmed/34532002
http://doi.org/10.17113/ftb.59.02.21.7151
http://www.ncbi.nlm.nih.gov/pubmed/34316281
http://doi.org/10.1615/IntJMedMushrooms.2019033275

Molecules 2022, 27, 3645 12 of 13

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.
23.

24.

25.

26.

27.

28.

29.

Ying, M.; Yu, Q.; Zheng, B.; Wang, H.; Wang, J.; Chen, S.; Nie, S.; Xie, M. Cultured Cordyceps Sinensis Polysaccharides Modulate
Intestinal Mucosal Immunity and Gut Microbiota in Cyclophosphamide-Treated Mice. Carbohydr. Polym. 2020, 235, 115957.
Peng, Y.; Huang, K.; Shen, L.; Tao, Y.Y.; Liu, C.H. Cultured Mycelium Cordyceps Sinensis Allevi-Ates Ccl4-Induced Liver
Inflammation and Fibrosis in Mice by Activating Hepatic Natural Killer Cells. Acta Pharmacol. Sin. 2016, 37, 204-216. [CrossRef]
Ji, Y;; Tao, T.; Zhang, J.; Su, A.; Zhao, L.; Chen, H.; Hu, Q. Comparison of Effects on Colitis-Associated Tumorigenesis and
Gut Microbiota in Mice between Ophiocordyceps Sinensis and Cordyceps Militaris. Phytomedicine 2021, 90, 153653. [CrossRef]
[PubMed]

Yan, X.F; Zhang, Z.M.; Yao, H.Y.; Guan, Y.; Zhu, ].P; Zhang, L.H.; Jia, Y.L.; Wang, R W. Cardiovascular Protection and Antioxidant
Activity of the Extracts from the Mycelia of Cordyceps Sinensis Act Partially Via Adenosine Receptors. Phytother. Res. 2013,
27,1597-1604. [CrossRef]

Olatunji, O.].; Tang, J.; Tola, A.; Auberon, F.; Oluwaniyi, O.; Ouyang, Z. The Genus Cordyceps: An Extensive Review of Its
Traditional Uses, Phytochemistry and Pharmacology. Fitoterapia 2018, 129, 293-316. [CrossRef]

Zhao, |.; Xie, J.; Wang, L.Y.; Li, S.P. Advanced Development in Chemical Analysis of Cordyceps. |. Pharm. Biomed. Anal. 2014,
87,271-289. [CrossRef]

Yang, X.Y; Luo, X.; Lei, L. Analysis and Comparison of Adenosine Content in Different Parts of Cordyceps Sinensis. Straits Pharm.
2021, 33, 48-50.

Xia, M.C,; Cai, L.; Xu, E; Zhan, Q.; Feng, J.; Guo, C; Li, Q.; Li, Z. Whole-Body Chemical Imaging of Cordyceps Sinensis by
Tof-Sims to Visualize Spatial Differentiation of Ergosterol and Other Active Components. Soc. Sci. Electron. Publ. 2022, 177, 107303.
[CrossRef]

Li, RF; Zhou, X.B.; Zhou, H.X,; Yang, Z.F; Jiang, HM.; Wu, X,; Li, W]J.; Qiu, J.J.; Mi, ].N.; Chen, M.; et al. Novel Fatty Acid
in Cordyceps Suppresses Influenza a (H1n1) Virus-Induced Proinflammatory Response through Regulating Innate Signaling
Pathways. ACS Omega 2021, 6, 1505-1515. [CrossRef]

Wu, D.T;; Cheong, K.L.; Wang, L.Y;; Lv, G.P; Ju, YJ.; Feng, K,; Zhao, J.; Li, S.P. Characterization and Discrimination of
Polysaccharides from Different Species of Cordyceps Using Saccharide Mapping Based on Pace and Hptlc. Carbohydr. Polym.
2014, 103, 100-109. [CrossRef]

Meusinger, R. Qualitative and Quantitative Determination of Oxygenates in Gasoline Using 1h Nmr Spectroscopy.
Anal. Chim. Acta 1999, 391, 277-288. [CrossRef]

Qian, Z.M.; Wu, Z.; Huang, Q.; Wang, C.X; Tan, G.Y,; Li, W].; Sun, W.Y,; Lv, G.P; Gao, H. Development of an Eco-Friendly and
Fast Hplc Method for Quantitative Analysis of Four Nucleosides in Cordyceps and Related Products. Chin. J. Nat. Med. 2021,
19, 954-960. [CrossRef]

Yang, F.Q.; Feng, K.; Zhao, J.; Li, S.P. Analysis of Sterols and Fatty Acids in Natural and Cultured Cordyceps by One-Step
Derivatization Followed with Gas Chromatography-Mass Spectrometry. |. Pharm. Biomed. Anal. 2009, 49, 1172-1178. [CrossRef]
Gong, Y.X,; Li, S.P; Li, P; Liu, ].].; Wang, Y.T. Simultaneous Determination of Six Main Nucleosides and Bases in Natural and
Cultured Cordyceps by Capillary Electrophoresis. |. Chromatogr. A 2004, 1055, 215-221. [CrossRef]

Xie, C.; Xu, N.; Shao, Y.; He, Y. Using Ft-Nir Spectroscopy Technique to Determine Arginine Content in Fermented Cordyceps
Sinensis Mycelium. Spectrochim. Acta Part A Mol. Biomol. Spectrosc. 2015, 149, 971-977. [CrossRef]

Lu, Y.; Zhi, Y.; Miyakawa, T.; Tanokura, M. Metabolic Profiling of Natural and Cultured Cordyceps by Nmr Spectroscopy. Sci. Rep.
2019, 9, 7735. [CrossRef]

Hu, H.; Xiao, L.; Zheng, B.; Wei, X,; Ellis, A.; Liu, Y.M. Identification of Chemical Markers in Cordyceps Sinensis by Hplc-Ms/Ms.
Anal. Bioanal. Chem. 2015, 407, 8059-8066. [CrossRef] [PubMed]

Fiehn, O. Metabolic Networks of Cucurbita Maxima Phloem. Phytochemistry 2003, 62, 875-886. [CrossRef]

Matich, E.K.; Chavez Soria, N.G.; Aga, D.S.; Atilla-Gokcumen, G.E. Applications of Metabolomics in Assessing Ecological Effects
of Emerging Contaminants and Pollutants on Plants. J. Hazard Mater. 2019, 373, 527-535. [CrossRef] [PubMed]

Tawfike, A.F.; Romli, M.; Clements, C.; Abbott, G.; Young, L.; Schumacher, M.; Diederich, M.; Farag, M.; Edrada-Ebel, R. Isolation
of Anticancer and Anti-Trypanosome Secondary Metabolites from the Endophytic Fungus Aspergillus Flocculus Via Bioactivity
Guided Isolation and Ms Based Metabolomics. J. Chromatogr. B Anal. Technol. Biomed. Life Sci. 2019, 1106-1107, 71-83. [CrossRef]
[PubMed]

Wolfender, ].L.; Marti, G.; Thomas, A.; Bertrand, S. Current Approaches and Challenges for the Metabolite Profiling of Complex
Natural Extracts. J. Chrom. A 2015, 1382, 136-164. [CrossRef]

Creek, D.J.; Dunn, W.B.; Fiehn, O.; Griffin, ].L.; Hall, R.D.; Lei, Z.; Mistrik, R.; Neumann, S.; Schymanski, E.L.; Sumner, L.W,; et al.
Metabolite Identification: Are You Sure? And How Do Your Peers Gauge Your Confidence? Metab. Sumner 2014, 10, 350-353.
[CrossRef]

Cai, Y.; Zhu, Z.]J. A High-Throughput Targeted Metabolomics Workflow for the Detection of 200 Polar Metabolites in Central
Carbon Metabolism. Methods Mol. Biol. 2019, 1859, 263-1874. [PubMed]

t'’Kindt, R.; De Veylder, L.; Storme, M.; Deforce, D.; Van Bocxlaer, J. Lc-Ms Metabolic Profiling of Arabidopsis Thaliana Plant
Leaves and Cell Cultures: Optimization of Pre-Lc-Ms Procedure Parameters. J. Chromatogr. B Anal. Technol. Biomed. Life Sci. 2008,
871, 37-43. [CrossRef] [PubMed]

Kim, H.K,; Verpoorte, R. Sample Preparation for Plant Metabolomics. Phytochem. Anal. 2010, 21, 4-13. [CrossRef]


http://doi.org/10.1038/aps.2015.129
http://doi.org/10.1016/j.phymed.2021.153653
http://www.ncbi.nlm.nih.gov/pubmed/34330600
http://doi.org/10.1002/ptr.4899
http://doi.org/10.1016/j.fitote.2018.05.010
http://doi.org/10.1016/j.jpba.2013.04.025
http://doi.org/10.1016/j.microc.2022.107303
http://doi.org/10.1021/acsomega.0c05264
http://doi.org/10.1016/j.carbpol.2013.12.034
http://doi.org/10.1016/S0003-2670(99)00250-0
http://doi.org/10.1016/S1875-5364(22)60162-6
http://doi.org/10.1016/j.jpba.2009.02.025
http://doi.org/10.1016/j.chroma.2004.09.015
http://doi.org/10.1016/j.saa.2015.05.028
http://doi.org/10.1038/s41598-019-44154-x
http://doi.org/10.1007/s00216-015-8978-6
http://www.ncbi.nlm.nih.gov/pubmed/26302964
http://doi.org/10.1016/S0031-9422(02)00715-X
http://doi.org/10.1016/j.jhazmat.2019.02.084
http://www.ncbi.nlm.nih.gov/pubmed/30951997
http://doi.org/10.1016/j.jchromb.2018.12.032
http://www.ncbi.nlm.nih.gov/pubmed/30658264
http://doi.org/10.1016/j.chroma.2014.10.091
http://doi.org/10.1007/s11306-014-0656-8
http://www.ncbi.nlm.nih.gov/pubmed/30421235
http://doi.org/10.1016/j.jchromb.2008.06.039
http://www.ncbi.nlm.nih.gov/pubmed/18617446
http://doi.org/10.1002/pca.1188

Molecules 2022, 27, 3645 13 of 13

30.

31.

32.

33.

34.

35.

36.
37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

Monteiro, M.S.; Carvalho, M.; Bastos, M.L.; Guedes de Pinho, P. Metabolomics Analysis for Biomarker Discovery: Advances and
Challenges. Curr. Med. Chem. 2013, 20, 257-271. [CrossRef] [PubMed]

Zhang, J.; Yu, H; Li, S.; Zhong, X.; Wang, H.; Liu, X. Comparative Metabolic Profiling of Ophiocordyceps Sinensis and Its
Cultured Mycelia Using Ge-Ms. Food Res. Int. 2020, 134, 109241. [CrossRef]

Liu, Y,; Xiao, K.; Wang, Z.; Wang, S.; Xu, F. Comparison of Metabolism Substances in Cordyceps Sinensis and Cordyceps Militaris
Cultivated with Tussah Pupa Based on Le-Ms. J. Food Biochem. 2021, 45, €13735. [CrossRef]

Sato, K.; Tatsunami, R.; Wakame, K. Epalrestat Suppresses Inflammatory Response in Lipopolysaccharide-Stimulated Raw264.7
Cells. Allergol. Immunopathol. 2021, 49, 1-8. [CrossRef]

Alvi, Z.; Akhtar, M.; Mahmood, A.; Ur-Rahman, N.; Nazir, I.; Sadaquat, H.; ljaz, M.; Syed, S.K.; Waqas, M.K.; Wang, Y. Enhanced
Oral Bioavailability of Epalrestat Sbe(7)-B-Cd Complex Loaded Chitosan Nanoparticles: Preparation, Characterization and
in-Vivo Pharmacokinetic Evaluation. Int. |. Nanomed. 2021, 16, 8353-8373. [CrossRef]

Plantone, D.; Pardini, M.; Rinaldi, G. Riboflavin in Neurological Diseases: A Narrative Review. Clin. Drug Investig. 2021,
41,513-527. [CrossRef]

Bloem, B.R.; Okun, M.S.; Klein, C. Parkinson’s Disease. Lancet 2021, 397, 2284-2303. [CrossRef]

Wu, J.; Wu, B; Tang, C.; Zhao, ]. Analytical Techniques and Pharmacokinetics of Gastrodia Elata Blume and Its Constituents.
Molecules 2017, 22, 1137. [CrossRef]

Clemmensen, C.; Smajilovic, S.; Smith, E.P.; Woods, S.C.; Brauner-Osborne, H.; Seeley, R.J.; D’Alessio, D.A.; Ryan, K.K. Oral
L-Arginine Stimulates Glp-1 Secretion to Improve Glucose Tolerance in Male Mice. Endocrinology 2013, 154, 3978-3983. [CrossRef]
Chantarawong, W.; Kuncharoen, N.; Tanasupawat, S.; Chanvorachote, P. Lumichrome Inhibits Human Lung Cancer Cell Growth
and Induces Apoptosis Via a P53-Dependent Mechanism. Nutr. Cancer 2019, 71, 1390-1402. [CrossRef]

Gil-Ortiz, F; Ramén-Maiques, S.; Fernandez-Murga, M.L.; Fita, L; Rubio, V. Two Crystal Structures of Escherichia Coli N-
Acetyl-L-Glutamate Kinase Demonstrate the Cycling between Open and Closed Conformations. J. Mol. Biol. 2010, 399, 476-490.
[CrossRef]

Raza, M.F,; Wang, Y.; Cai, Z; Bai, S.; Yao, Z.; Awan, U.A.; Zhang, Z.; Zheng, W.; Zhang, H. Gut Microbiota Promotes Host
Resistance to Low-Temperature Stress by Stimulating Its Arginine and Proline Metabolism Pathway in Adult Bactrocera Dorsalis.
PLoS Pathog. 2020, 16, €1008441. [CrossRef] [PubMed]

Lopatovskaia, K.V.; Seliverstov, A.V.; Liubetskii, V.A. Attenuation Regulation of Amino Acid and Amino Acyl-Trna Biosynthetic
Operons in Bacteria: Comparative Genomics Analysis. Mol. Biol. 2010, 44, 140-151.

Shi, X.; Wang, S.; Jasbi, P; Turner, C.; Hrovat, J.; Wei, Y.; Liu, J.; Gu, H. Database-Assisted Globally Optimized Targeted
Mass Spectrometry (Dgot-Ms): Broad and Reliable Metabolomics Analysis with Enhanced Identification. Anal. Chem. 2019,
91, 13737-13745. [CrossRef]

Zha, H.; Cai, Y,; Yin, Y.; Wang, Z.; Li, K.; Zhu, Z.]. Swathtomrm: Development of High-Coverage Targeted Metabolomics Method
Using Swath Technology for Biomarker Discovery. Anal. Chem. 2018, 90, 4062—4070. [CrossRef] [PubMed]

Dunn, W.B.; Broadhurst, D.; Begley, P.; Zelena, E.; Francis-McIntyre, S.; Anderson, N.; Brown, M.; Knowles, ].D.; Halsall, A;
Haselden, ].N.; et al. Procedures for Large-Scale Metabolic Profiling of Serum and Plasma Using Gas Chromatography and Liquid
Chromatography Coupled to Mass Spectrometry. Nat. Protoc. 2011, 6, 1060-1083. [CrossRef] [PubMed]

Sarafian, M.H.; Gaudin, M.; Lewis, M.R.; Martin, EP.; Holmes, E.; Nicholson, J.K.; Dumas, M.E. Objective Set of Criteria for
Optimization of Sample Preparation Procedures for Ultra-High Throughput Untargeted Blood Plasma Lipid Profiling by Ultra
Performance Liquid Chromatography-Mass Spectrometry. Anal. Chem. 2014, 86, 5766-5774. [CrossRef] [PubMed]


http://doi.org/10.2174/092986713804806621
http://www.ncbi.nlm.nih.gov/pubmed/23210853
http://doi.org/10.1016/j.foodres.2020.109241
http://doi.org/10.1111/jfbc.13735
http://doi.org/10.15586/aei.v49i5.102
http://doi.org/10.2147/IJN.S339857
http://doi.org/10.1007/s40261-021-01038-1
http://doi.org/10.1016/S0140-6736(21)00218-X
http://doi.org/10.3390/molecules22071137
http://doi.org/10.1210/en.2013-1529
http://doi.org/10.1080/01635581.2019.1610183
http://doi.org/10.1016/j.jmb.2010.04.025
http://doi.org/10.1371/journal.ppat.1008441
http://www.ncbi.nlm.nih.gov/pubmed/32294136
http://doi.org/10.1021/acs.analchem.9b03107
http://doi.org/10.1021/acs.analchem.7b05318
http://www.ncbi.nlm.nih.gov/pubmed/29485856
http://doi.org/10.1038/nprot.2011.335
http://www.ncbi.nlm.nih.gov/pubmed/21720319
http://doi.org/10.1021/ac500317c
http://www.ncbi.nlm.nih.gov/pubmed/24820162

	Introduction 
	Results 
	Metabolite Identification 
	Principal Component Analysis 
	Partial Least Squares Discriminant Analysis 
	Screening of Differentially Expressed Metabolites 
	Hierarchical Cluster Analysis 
	Analysis of Differentially Expressed Metabolite Pathways and Enrichment Analysis 

	Discussion 
	Materials and Methods 
	Materials 
	Metabolite Extraction 
	UHPLC-MS Conditions 
	Data Processing and Statistical Analysis 
	Metabolite Identification and Analysis of Differentially Expressed Metabolites 

	References

