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Abstract: Studies have reported that cholesterol, a molecule found mainly in animals, is also present
in some plants and algae. This study aimed to determine whether cholesterol exists in three de-
hydrated algae species, namely, Pyropia tenera, Saccharina japonica, and Undaria pinnatifida, and in
one plant species, namely, Perilla frutescens (four perilla seed oil samples were analyzed). These
species were chosen for investigation because they are common ingredients in East Asian cuisine. Gas
chromatography-flame ionization detection (GC-FID) analysis found that cholesterol was present in
P. tenera (14.6 mg/100 g) and in all four perilla seed oil samples (0.3-0.5 mg/100 g). High-performance
liquid chromatography with evaporative light-scattering detection (HPLC-ELSD) also demonstrated
that cholesterol was present in P. tenera (14.2 mg/100 g) and allowed the separation of cholesterol
from its isomer lathosterol. However, cholesterol could not be detected by HPLC-ELSD in the
perilla seed oil samples, most likely because it is only present in trace amounts. Moreover, liquid
chromatography-tandem mass spectrometry (LC-MS/MS) confirmed the presence of cholesterol in
both P. tenera and perilla seed oil. MRM results further suggested that lathosterol (a precursor of
cholesterol) was present in P. tenera.

Keywords: cholesterol; algae; perilla seed oil; lathosterol; GC-FID; HPLC-ELSD; LC-MS/MS

1. Introduction

Cholesterol is an unsaturated alcohol belonging to the steroid family of compounds [1,2],
whose amphiphilic character, imparted by the hydroxyl group (OH), helps to regulate
the membrane fluidity of cells [3,4]. It does so by forming hydrogen bonds with water
molecules and other lipid components of the cell membrane [5,6]. In the human body,
cholesterol is biosynthesized in the liver and is required for the formation of vitamin D and
steroid hormones [7-9].

In order for the body’s cholesterol level to be maintained at a constant level, the
amount of cholesterol synthesized by the liver varies depending on food intake [10,11].
When dietary cholesterol intake increases, this molecule accumulates on the inner walls of
arteries, and its increased lipid concentration in the blood can cause cardiovascular diseases
such as atherosclerosis and hyperlipidemia [12]. Despite a lack of evidence confirming
this link between dietary cholesterol intake, blood vessel cholesterol levels, and risk of
heart disease, it is nonetheless generally recommended that cholesterol intake is kept below
300 mg/day [13]. For this reason, cholesterol content is required to be shown on nutrition
facts labels and should only be marked as zero when its content is less than 2 mg/100 g of
food [14]. Previous studies investigating the presence of cholesterol in vegetable oils and
algae have shown conflicting results, with some studies finding no evidence of cholesterol
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in either. While some studies have been unable to detect cholesterol in vegetable oils (e.g.,
perilla oil, basil seed oil, and flaxseed oil) [15] or red algae (e.g., Halymenia dilatata) [16],
several other studies have suggested that small amounts are present in vegetable oils (e.g.,
sesame oil, corn oil, rapeseed 0il, and camelina oil) [17] and algae [18,19]. For example,
Govindan et al. [18] detected cholesterol in 11 species of Caribbean marine algae, and
Sanchez-Machado et al. [19] found cholesterol in two species of red algae (Porphyra sp. and
Palmaria sp.). In addition to vegetable oils and algae, cholesterol has also been detected in
plants [20,21]. Thus, to improve our understanding of cholesterol presence in non-animal
organisms, it is necessary to clarify these contradictory findings.

Some studies have detected both lathosterol and cholesterol in plants and algae [16,22].
For example, Eller et al. [22] reported that both molecules were present in tomato seed
oil. Meanwhile, Maheswari et al. [16] detected only lathosterol, a biosynthetic precursor
of cholesterol, in red algae (Halymenia dilatata). Both compounds are structural isomers
(CoyHy60, molecular weight = 386.65 g/mol), with different double bond positions. The
double bond in lathosterol is located between carbons 7 and 8, whereas in cholesterol it is
located between carbons 5 and 6.

Building on the work carried out in the studies mentioned above [17-22], this work
aims to use three analytical methods to determine the levels of cholesterol in non-animal
organisms, particularly, algae and perilla seed oil (categorized as a vegetable oil). To our
knowledge, this is the first study to quantify cholesterol content in perilla seed oil. Red
algae (Pyropia tenera), brown algae (Saccharina japonica and Undaria pinnatifida), and perilla
seed oil (i.e., crude oil extracted from Perilla frutescens) were selected for this study because
they are common ingredients in East Asian cuisine (particularly in Korea and Japan).
Gas chromatography with flame ionization detection (GC-FID), high-performance liquid
chromatography with evaporative light-scattering detection (HPLC-ELSD), and liquid
chromatography-tandem mass spectrometry (LC-MS/MS) were employed according to the
experimental scheme below (Figure 1). Based on the previous results [17-22], little content
was expected if cholesterol exists in algae and perilla seed oil, meaning that the possible
presence of its isomer lathosterol could mislead the results depending on the characteristics
of the analytical methods. The results from these three analytical methods are presented
below, and cholesterol content is reported for samples in which its presence was confirmed.
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Figure 1. Scheme of the experimental design.

2. Results and Discussion
2.1. Determination of Cholesterol by Gas Chromatography (GC)

GC is a technique widely used in cholesterol analysis, whereby separation is achieved
depending on the volatility of the analytes and the chemical and/or physical interac-
tion between the analytes and the stationary phase of the column. The HP-5 column
used in this study has been widely used for sterol analysis and contains a 5% phenyl-
methylpolysiloxane copolymer stationary phase [23].

Figure 2A shows that a mixed standard containing cholesterol and lathosterol was
efficiently separated at 4.37 min and 4.65 min, corresponding to a relative retention time
(RRT) of 1.41 and 1.5, respectively. The boiling points of cholesterol and lathosterol (i.e.,
isomers with a double bond in different positions) are known to be 480 + 14 °C (at
760 mmHg) [24] and 479.5 &+ 44 °C (at 760 mmHg) [25], respectively, while the log p
values are 9.85 and 9.76, respectively. Even though there are no distinct differences in
physiochemical properties that would allow the separation of the two isomers, efficient
separation was achieved by GC in this study. An additional peak to the left of the cholesterol
peak on the GC chromatogram was identified as o-tocopherol (peak 2 in Figure 2A) by
spiking the standard.
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Figure 2. Gas chromatograph-flame ionization detector (GC-FID) chromatogram of a mixed standard
(cholesterol, lathosterol, and «-tocopherol) and samples. (A), mixed standard; (B), Pyropia tenera;
(C), perilla seed oil; (C *), cholesterol peak of four perilla seed oil samples; (D), Saccharina japonica;
(E), Undaria pinnatifida. Peak identification: 1, 5-«-cholestane (IS); 2, a-tocopherol; 3, cholesterol; 4,
lathosterol; 5, 3-sitosterol a-b, unknown peak; ¢, unknown peak (RRT: 1.35) around lathosterol and
cholesterol. Relative retention time (RRT): value obtained by dividing the compound retention time
by the internal standard retention time.
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From the GC analysis, a cholesterol peak was observed in the P. tenera sample (peak
3 in Figure 2B), with an RRT of 1.41. Previous studies have reported a higher occurrence
of cholesterol in red algae than in brown algae. According to Kamenarska et al. [26],
cholesterol accounted for 59.8—96.2% of the total sterol fraction in 10 species of red algae
(Bangia fuscopurpurea, Corallina mediterranea, Corallina granifera, Callithamnion granulatum,
Ceramium elegans, Ceramium rubrum, Polysiphonia denudate, Polysiphonia denudate f. fragilis,
L. coronopus, and L. papillosa). In addition, Sanchez-Machado et al. [19] reported that
cholesterol accounted for 1.3-8.6% of the sterols analyzed in two species of red algae
(Porphyra sp. and Palmaria sp.), whereas it was either not detected or only detected in trace
quantities in the five species of brown algae studied. Furthermore, Patterson [27] reported
that in 37 species of red algae, the major sterol present was cholesterol; however, in 36 brown
algae species, the major sterol present was fucosterol. In contrast, Govindan et al. [18]
reported that 11 species of Caribbean marine algae, including red, brown, and green algae
species, contained cholesterol. Cholesterol was detected in the range of 0.40-1.22 ug/mg
of crude extract in red algae species (Acanthophora spicifera, Laurencia papillosa, Galaxaura
oblongata, Liagora species, and Gracilaria foliifera). Levels of 0.54-0.58 and 0.06-0.64 ng/mg
were detected in brown algae species (Lobophora variegate and Sargassum polyceratium) and
green algae species (Bryopsis plumosa, Caulerpa racemosa, C. sertulariodes, and Ulva lactuca),
respectively [18].

To quantify the cholesterol content of P. tenera, a calibration curve (y = 9.5761x +
0.0266, R? = 0.9989) was used. From this, the cholesterol content of P. tenera was found to
be 14.6 mg/100 g dried weight (Table 1). Under the assumption that the FID responses
(involving the combustion of organic samples) of cholesterol and lathosterol ions are
similar, the content of lathosterol was determined to be above the LOQ of cholesterol
(peak 4 in Figure 2B). A cholesterol peak was not detected in the GC-FID chromatograms
obtained for either brown algae species studied (S. japonica and U. pinnatifida) (Table 1,
Figure 2D,E). In summary, cholesterol was found to be present in detectable amounts in the
red algae species (P. tenera), and although it was undetectable in the brown algae studied
here, a wider diversity of species would be necessary for future investigation. In addition,
lathosterol was not observed in brown algae (Figure 2D,E).

Ghaleshahi et al. [15] were unable to detect cholesterol in vegetable oils (i.e., perilla
oil, basil seed oil, and flax seed oil). Similarly, Watanabe et al. [28] were unable to detect
cholesterol in canola oil or perilla oil. In contrast, Torri et al. [29] reported that cholesterol
(0.15% among the sterols) was found in perilla oil. Similarly, a previous study also showed
that cholesterol was present in 20 vegetable oils including perilla oil [30]. In the present
study, cholesterol (RRT = 1.41) was detected by GC in all four samples of perilla seed oil
(Figure 2C *), quantified as 0.3—0.5 mg/100 g (Table 1). Lathosterol, however, was not
observed in any of the perilla seed oil samples.

In addition to the cholesterol and lathosterol peaks, the GC chromatograms of per-
illa seed oil displayed peaks corresponding to other sterols, the largest of which being
peak 5 (Figure 2C), which was identified as 3-sitosterol by use of a standard. Although
further identification was not performed, peak a (Figure 2B) and peak b (Figure 2D,E)
were assumed to be desmosterol and fucosterol, based on their previously reported high
concentrations in red and brown algae, respectively [19,27].
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Table 1. Cholesterol contents (mg/100 g) in Pyropia tenera, Saccharina japonica, Undaria pinnatifida, and perilla seed oil obtained

by gas chromatography-flame ionization detection (GC-FID) and high-performance liquid chromatography-evaporative
light-scattering detection (HPLC-ELSD).

Range @ Calibration 2 c a Pyropia  Saccharina Undaria Perilla
Instrument (mg/mL) Curve P R LoD LOQ tenera japonica pinnatifila  Seed Oil
: B y = 9.5761x e
GC-FID 0.0025—0.2 £0.0266 0.9989 0.10 0.28 14.6 ND ND 0.3-0.5
HPLC-ELSD  0.005—0.1 7 :0062226X 0.9985 0.23 0.66 14.2 ND ND f TR &

2 Range: concentration range of the cholesterol standard used for the calibration curve. P Calibration curve: calibration curve used to
determine cholesterol concentration. ¢ LOD: Limit of detection refers to the minimum detectable concentration of an analyte (mg/100 g).
4 LOQ: Limit of quantification refers to the minimum concentration of an analyte substance that can be expressed in quantitative values
(mg/100 g). ¢ Range of cholesterol amount in the four perilla seed oil samples. f ND: not detected; & TR: trace.

2.2. Determination of Cholesterol by High-Performance Liquid Chromatography (HPLC)

As mentioned earlier, several studies have shown controversial results regarding the
presence or the levels of cholesterol in algae and plants; however, this study has confirmed
its presence in P. tenera and perilla seed oil by GC analysis. Therefore, the same sample
used in the GC analysis was also used to examine the presence of cholesterol via HPLC-
ELSD. Optimized HPLC conditions were necessary for efficient separation, considering the
structural similarity of cholesterol and lathosterol. One study found that only one out of 19
different column types proved effective for the efficient separation of the two isomers [31],
indicating the importance of selecting an appropriate column. A Poroshell 120 EC-C18
column was used in this study, with an end-capped octadecylsilane stationary phase. End-
capping offers the advantage of increasing the retention of hydrophobic compounds [32].

Cholesterol content in the samples was quantified under these optimized chromato-
graphic conditions, and the results were compared with those from the GC analysis.
Cholesterol quantification was performed with ELSD, which proceeds by evaporating off
the mobile phase and using nitrogen gas to pass the sample through a heated drift tube
before the remaining analyte particles collide with the laser of the detector. The cholesterol
content of P. tenera was found to be 14.2 mg/100 g (Table 1), which was similar to the value
determined by GC (Figure 3B). Meanwhile, as shown by the GC results, cholesterol was not
detected in S. japonica and U. pinnatifida using HPLC-ELSD (Table 1). The calibration curve
used for the determination of cholesterol content was y = 0.9376x + 0.0866 (R% = 0.9985),
and the LOD and LOQ were 0.23 and 0.66 mg/100 g, respectively (Table 1). Unlike the
GC results, however, lathosterol was not observed in P. tenera using HPLC-ELSD (Figure
3B). This discrepancy can be attributed to the different characteristics of the two analytical
methods. In the case of perilla seed oil, peak assignment for cholesterol and lathosterol was
not possible (Figure 3C) because the resolution was too low. Therefore, further analysis
was performed by LC-MS/MS in order to confirm the presence of cholesterol in P. tenera
and perilla seed oil.
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Figure 3. Chromatograms of mixed standards and samples using high-performance liquid
chromatography-evaporative light-scattering detection (HPLC-ELSD). (A), mixed standard (a, lath-
osterol standard 0.005 mg/mL and cholesterol standard 0.01 mg/mL; b, lathosterol standard
0.0025 mg/mL and cholesterol standard 0.005 mg/mL). (B), Pyropia tenera; (C), perilla seed oil.
Peak identification: 1, lathosterol; 2, cholesterol.

2.3. Identification of Cholesterol by Liquid Chromatography-Tandem Mass Spectrometry
(LC-MS/MS)

Each sample of P. tenera and perilla seed oil in which cholesterol was found to be
present by GC and HPLC-ELSD analysis was further analyzed by LC-MS/MS, which has
a greater level of accuracy on the molecular level. In this study, MS/MS was used with
atmospheric pressure chemical ionization (APCI), whereby the analyte is sprayed from
a capillary tube before being vaporized at a high temperature and ionized in an electron
beam [33,34]. APCI is a suitable method for analyzing compounds with low polarity
and low molecular weight [35,36]. In addition, APCI is an efficient method for analyzing
cholesterol because an additional derivatization step is not required. However, this step
may be necessary when analyzing neutral and non-polar compounds (e.g., such as sterols)
by electrospray, as they are otherwise not well ionized [35,37].

Cholesterol and its isomer lathosterol often exhibit identical ion fragments in LC-
MS/MS because of their structural similarity and identical molecular weights
(386.5 g/mol) [38]. It was therefore necessary to develop an appropriate chromatographic
separation method for the two compounds. Even though the two compounds were effi-
ciently separated using a Poroshell 120 EC-C18 column as mentioned earlier, separation by
LC-MS/MS was also performed to verify the peak assigned to cholesterol in the P. tenera
and perilla seed oil samples. According to LC-MS/MS with multiple reaction monitoring
(MRM) mode in this study (Table 2), the precursor ion mass of each standard of cholesterol
(peak 1 in Figure 4 = 17.59 min) and lathosterol (peak 2 in Figure 4 = 16.75 min) was
369.5 m/z, which is the value of removed H,O located in carbon 3 of cholesterol and lathos-
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terol, and the H* combined value. In addition, both isomers were found to have identical
product ions (81, 95, 147, 161.1, 189.1, and 257.1 m/z), whereas their MRM patterns were
different (Figure 4). To distinguish the isomers from one another, the ratio of peak area
to smallest peak area was obtained for each product ion. In Table 2, the cholesterol frag-
mentation pattern is represented by the peak area of each product ion expressed relative
to the product ion with the smallest peak area (257.1 m/z). The relative ratios were 3.3
(81m/z),2.7 (95 m/z),3.4 (147 m/z),9.4 (161.1 m/z), and 1.4 (189.1 m/z), respectively. In
the case of lathosterol, the relative peak area ratios of the product ions to the product ion
with the smallest peak area (189.1 m/z) were 5.8 (81 m/z), 7.0 (95 m/z), 10.7 (147 m/z), 43.2
(161.1 m/z), and 2.6 (257.1 m/z), respectively. For the P. tenera sample (Figure 4), peak 4
(RT = 17.50 min) was assigned to cholesterol and exhibited a relative ratio pattern—where
relative ratio refers again to the ratio of each remaining product ion [(i.e., 3.2 (81 m/z), 2.5
95 m/z),3.3 (147 m/z), 9.2 (161.1 m/z), and 1.4 (189.1 m/z)] to 257.1 m/z (the smallest
peak area)—which was comparable with that of the cholesterol standard. For peak 6
(RT = 17.58 min) of the perilla seed oil, 257.1 m/z was the product ion with the smallest
peak area, and the relative ratios were 3.4 (81 m/z), 2.7 (95 m/z), 3.4 (147 m/z), 10.0 (161.1
m/z), and 1.4 (189.1 m/z). Therefore, from the fragmentation pattern determined by MRM,
the corresponding peaks in P. tenera and perilla seed oil were confirmed as cholesterol.

Table 2. Precursor and product ion pairs, parameters for multiple reaction monitoring (MRM) of standards (cholesterol and

lathosterol), Pyropia tenera, and perilla seed oil using liquid chromatography-tandem mass spectrometry (LC-MS/MS).

MRM Transition i :
Compounds Collision Energy Peak Rela'tlv;e
Precursor ion (m/z) Product ion (m/z) V) Area Ratio
81.0 65 45 % 10° 3.3
95.0 38 3.7 x 10° 2.7
147.0 27 4.7 x 10° 34
Cholesterol standard 369.5 161.1 23 1.3 x 107 9.4
189.1 29 1.9 x 106 1.4
257.1 19 1.4 x 100 1.0
81.0 65 1.7 x 104 5.8
95.0 38 2.1 x 10% 7.0
147.0 27 3.2 x 104 10.7
Lathosterol standard 369.5 1611 23 1.3 x 105 432
189.1 29 3.0 x 10° 1.0
257.1 19 7.7 x 103 2.6
81.0 65 1.1 x 108 3.2
95.0 38 9.0 x 107 2.5
) 147.0 27 1.2 x 108 3.3
Pyropia t
yropia tenera 369.5 161.1 23 33 x 108 9.2
189.1 29 4.8 x 107 1.4
257.1 19 3.6 x 107 1.0
81.0 65 1.1 x 10° 34
95.0 38 9.0 x 104 2.7
. ) 147.0 27 1.1 x 10° 34
Perilla seed oil 369.5 1611 23 33 % 10° 10.0
189.1 29 4.8 x 10% 1.4
257.1 19 3.3 x 104 1.0

2 Relative ratio: peak area of each product ion/the smallest peak area.

Furthermore, the MRM results in Figure 4 indicate that peak 3 in the spectrum of P.
tenera should be lathosterol, as the fragmentation pattern and retention time correspond to
those of the lathosterol standard. In contrast, the peak expected for lathosterol in perilla
seed oil was not clearly observed in this study, most likely due to lathosterol quantities
being below the LOD.
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Figure 4. Multiple reaction monitoring (MRM) spectra of cholesterol standard (a), lathosterol standard (b), Pyropia tenera (c),
perilla seed oil (d). Enlarged MRM spectrum of each peak 1, 2, 4, and 6 (e).

Generally, in animals, 2,3-oxidosqualene is converted to lanosterol through lanos-
terol synthase, and cholesterol is finally formed via several metabolic compounds [8].
The biosynthetic pathway of cholesterol in plants and algae (Figure 5) is suggested in
previous studies [21,39,40]. Yoshida et al. [39] reported that one of the marine algae, Au-
rantiochytrium, would synthesize cholesterol through lanosterol synthase. On the other
hand, a cholesterol synthase pathway through cycloartenol synthase was also suggested.
Sonawane et al. [21] reported that 2,3-oxidosqualene is converted to cycloartenol, a choles-
terol precursor produced by cycloartenol synthase, in plants (fomato and potato). After
the conversion of cycloartenol to cycloartanol, lathosterol, a biosynthetic precursor of
cholesterol, is sequentially produced. It can therefore be assumed that since the presence of
cholesterol was confirmed in both P. tenera and perilla seed oil by LC-MS/MS, lathosterol
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may exist (Figure 5). Moreover, an alternative synthesis pathway of cholesterol has been
recently proposed in the red algal model [40].

0 OH

“ "
M cor -00c _X_ cH:0H {J A

Acetyl-CoA Mevalonate > Squalene

24-Methyl
Cycloartanol Sy ene

cycloartanol
%,
i
HO 7-dehydrocholesterol
(Provitamin D3)
Phytosterols
Alternative Synthesis pathway Synthesis pathway
synthesis pathway of cholesterol of phytosterols

Figure 5. Suggested cholesterol synthesis pathway in algae and plants. This Figure is adapted from Sonawane et al. [21],
Yoshida et al. [39], and Belcour et al. [40].
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Until now, there have been very few studies on the content of both lathosterol and
cholesterol in plants, but some studies have found that the amount of cholesterol in animals
is much higher than that of lathosterol. For example, the ratio of lathosterol to cholesterol
in human plasma was found to be approximately 1:1000 [41], and an identical ratio was
observed in rat brains [42]. These findings are probably a result of lathosterol being
a precursor of cholesterol in cholesterol biosynthesis. Thus, it is possible that even in
cases where the quantity of cholesterol is small, trace amounts of lathosterol exist, although
detection of such small quantities would be challenging. As such, the presence of lathosterol
in perilla seed oil should not be overlooked.

3. Material and Methods
3.1. Materials and Reagents

Three types of dehydrated algae were purchased from local companies: P. tenera
(Hanam, Korea), S. japonica (Yeoncheon, Korea), and U. pinnatifida (Goheung, Korea).
In addition, four perilla seed oil samples (crude oil extracted from P. frutescens) were
obtained from the local markets of four different Korean cities (Wanju, Seoul, Anyang,
and Daejeon). Cholesterol (C8667-5G), 5-a-cholestane (C8003-1G), hexamethyldisilazane
(52619-50ML), chlorotrimethylsilane (92360-100ML), and pyrogallol (254002-250G) were
purchased from Sigma-Aldrich Chemical Co. (St Louis, MO, USA). Potassium hydroxide
(6597-4400), butylated hydroxytoluene (BHT, 2085-1405), and sodium chloride (7548-4400)
were purchased from Daejung Chemicals & Metals Co., Ltd. (Siheung, Korea). N,N-
dimethylformamide (D0722) was purchased from Tokyo Chemical Industry Co., Ltd.
(Tokyo, Japan). Lathosterol (700069P-5MG) was purchased from Avanti Polar Lipids, Inc.
(Birmingham, AL, USA). Sodium sulfate (8345550350) was purchased from Junsei Chemical
Co., Ltd. (Tokyo, Japan). All solvents used in the analysis were LC-grade and purchased
from Fisher Scientific International, Inc. (Waltham, MA, USA).

3.2. Extraction

Cholesterol was extracted from algae (P. tenera, S. japonica, and U. pinnatifida) and
perilla seed oil according to the National Laboratory System (NLS) procedure with slight
modifications [43]. Each sample (3—5 g) was weighed in an extraction tube before adding
distilled water (3 mL) and 6% pyrogallol solution in ethanol (10 mL) and mixing in a
vortexer for 2 min. After nitrogen flushing for 1 min, sonication was performed at 0 °C
for 10 min, and a 60% potassium hydroxide solution (8 mL) was added before mixing in a
vortexer for 2 min. The saponification reaction was then carried out in a shaking water bath
at 75 °C for 1 h at 100 rpm. Upon completion, the reaction mixture was cooled in cold water,
followed by the addition of 2% sodium chloride solution (20 mL) and an extraction solvent
(15 mL, hexane/ethyl acetate = 85:15, v/v, with 0.1% BHT) before vigorous agitation for
2 min. After phase separation was performed, the upper layer was transferred to a 50 mL
volumetric flask through an anhydrous sodium sulfate column. Two more extractions
from the lower layer were performed using the extraction solvent (15 mL). Finally, the
volumetric flask was filled up to the mark with the extraction solvent.

3.3. Cholesterol Analysis Using Gas Chromatography-Flame lonization Detector (GC-FID)

For the analysis of cholesterol content, a Younglin M600D gas chromatograph (GC)
series (Younglin, Anyang, Korea) equipped with an HP-5 column (30 m x 0.32 mm x
0.25 um; Agilent Technologies, Santa Clara, CA, USA) and a Younglin 5890 flame ionization
detector (FID) were used. The oven temperature was increased from 260 to 280 °C for
10 min. For the verification of the results, a 5-a-cholestane (in n-heptane), 0.1 mg/mL,
internal standard (IS) was used according to the internal standard method. The relative
retention time (RRT = retention time of cholesterol standard/retention time of internal
standard) was determined to verify the identity of the cholesterol peaks detected by GC
analysis.
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Quantification of cholesterol was performed using a cholesterol standard calibration
curve obtained at seven concentrations (0.0025, 0.005, 0.01, 0.05, 0.1, and 0.2 mg/mL, in N,N-
dimethylformamide). The calibration curve was determined by dividing the cholesterol-
peak area at each concentration by the peak area of the IS (Table 1). The Y-axis was set to
measure the ratio of cholesterol-peak area to IS-peak area, and the X axis was set to measure
the concentration of cholesterol. In addition, the limit of detection (LOD) and limit of
quantification (LOQ) for cholesterol in GC-FID analysis are listed in Table 1. Derivatization
was performed for GC analysis. An organic extract phase (12.5 mL) was evaporated to
dryness under nitrogen before adding acetone (3 mL) and N,N-dimethylformamide (3 mL).
An aliquot (1 mL) of the organic extract dissolved in N,N-dimethylformamide was added
to hexamethyldisilazane (0.2 mL) and chlorotrimethylsilane (0.1 mL) in a 15 mL test tube
and left to react for 15 min.

After reaction completion, distilled water (10 mL) and 5-o-cholestane IS solution
(1 mL) were added. After vigorous stirring for 1 min, the upper layer was transferred to the
GC vial through an anhydrous sodium sulfate column. The same procedure was followed
using a cholesterol standard solution rather than the organic extracts. The cholesterol
content was determined using equation (1), where C is the cholesterol concentration
(mg/mL), W is the sample weight (g), V; is the volume of extraction solvent used for
extraction (mL), V; is the volume of extraction solvent used for concentration (mL), and V3
is the volume of N,N-dimethylformamide (3 mL).

V3 x 100

Cholesterol (mg/100 g) = C x W [Va/ Vil

M

3.4. Cholesterol Analysis Using High-Performance Liquid Chromatography-Evaporative
Light-Scattering Detector (HPLC-ELSD)

A high-performance liquid chromatographer (HPLC) equipped with an HPLC pump
and a degasser (ACME 9000, Younglin, Anyang, Korea) was used with ELSD (ZAM 3000,
Schambeck SFD GmbH, Bad Honnef, Germany). To separate cholesterol and lathosterol, a
C18 column (Poroshell 120 EC-C18, 4.6 x 75 mm X 2.7 um, Agilent Technologies, Santa
Clara, CA, USA) was used. The mobile phase consisted of acetonitrile and methanol (8:2),
and the flow rate was set to 0.7 mL/min. The injection volume was set to 20 pL, and the
total run time was 15 min. To quantify cholesterol, an external-standard method was used,
and a cholesterol standard calibration curve was obtained with four concentrations (0.005,
0.01, 0.05, and 0.1 mg/mL in methanol). The calibration curve was set up such that the
Y-axis measured the cholesterol-peak area, and the X-axis measured the concentration of
cholesterol. The LOD and LOQ of HPLC-ELSD are listed in Table 1. The cholesterol content
was determined using equation (2), where S is the cholesterol concentration (ug/mL), a is
the volume of the solution (mL), and b is the dilution rate.

axb
Cholesterol (mg/100g) =S x sample weight () x 0.1 ()

An organic extract phase (12.5 mL) was evaporated to dryness under nitrogen and
re-dissolved in methanol (3 mL) before injection.

3.5. Cholesterol Analysis Using Liquid Chromatography-Tandem Mass Spectrometry (LC-MS/MS)
with Atmospheric Pressure Chemical Ionization (APCI)

A 1290 Infinity Il HPLC system (Agilent Technologies, Santa Clara, CA, USA) equipped
with a tandem mass spectrometer (QTRAP, 6500, AB SCIEX, Framingham, MA, USA), an
electron multiplier detector, and a Poroshell 120 EC-C18 (4.6 x 75 mm, 2.7 pm, Agilent
Technologies, Santa Clara, CA, USA) was used [44]. Multiple reaction monitoring (MRM)
mode was used for cholesterol identification. The mobile phase consisted of 100% acetoni-
trile, and 5 uL of the sample was injected. The vacuum pump pressure was set to 2.1 torr,
and nitrogen gas was used for fragmentation of precursor ions. Selected characteristic
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product ions generated from the precursor ions are shown along with collision energies in
Table 2. An organic extract phase (12.5 mL) was evaporated to dryness under nitrogen and
re-dissolved in methanol (3 mL) before injection.

4. Conclusions

The motivation behind this study was to investigate whether cholesterol, a type of lipid
that is a well-known component of animal cells, is also present in non-animal organisms.
It was determined that low levels of cholesterol are indeed present in some non-animal
organisms, and lathosterol (a molecular equivalent) is also present. This was determined
through the use of three analytical methods (GC-FID, HPLC-ELSD, and LC-MS/MS), each
having different principles of analysis and detection methods. Cholesterol was found
to be present in the algae species (P. tenera) and in crude seed oil extracted from a plant
(P. frutescens). In P. tenera, different methods of analysis determined similar cholesterol
contents (14.6 mg/100 g by GC-FID and 14.2 mg/100 g by HPLC-ELSD). In the perilla seed
oil, the cholesterol content was determined by GC-FID analysis to be 0.3-0.5 mg/100 g, but
HPLC-ELSD proved unsuccessful at detecting cholesterol, due to the relatively high LOQ.
LC-MS/MS, however, was able to confirm the presence of cholesterol in both perilla seed
oil and P. tenera, suggesting that cholesterol does exist in non-animal organisms.
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