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Abstract: Cannabidiol (CBD) hemp seed oil is a commercial raw material with antioxidant and
anti-inflammatory benefits that has been formulated into body wash and skin care products. The
biggest analytical challenge is how to simultaneously quantify CBD and hemp seed oil as they
deposited on the skin surface. CBD is easily separated and quantified from skin surface extracts via a
HPLC-mass spectrometry methodology. However, the structural skeleton of triacylglycerides (TAGs)
in hemp seed oil is same as those from the skin surface sebum. The strong hydrophobicity with subtle
structural difference challenges their separation. In this project, a new reverse phase HPLC-high
resolution mass spectrometry methodology was developed with a strong mobile phase normal
propanol. The separated hemp seed o0il TAGs in the chromatogram were identified and characterized
using data-dependent acquisition (DDA) technology. Based on the daughter ion characterization,
the separated peak with an ammonium adduct at 890.7226 [M + NH4]* was confirmed as the parent
ion of glycerol with three omega-3 fatty acid chains. This is the first time TAG structure with direct
HPLC-tandem mass spectrometry technology has been elucidated without a hydrolysis reaction.
The confirmed TAG structure with an ammonium adduct at 890.7226 £ 0.0020 can be used as a
representative chemical marker for the hemp seed oil quantification.

Keywords: cannabidiol; hemp seed oil; skin lipids; triacylglycerides; liquid chromatography; high
resolution mass spectrometry; data-dependent acquisition

1. Introduction

CBD has been comprehensively studied with the conclusion that even high doses of
CBD are safe and are well tolerated without causing significant side effects [1,2]. Recently,
CBD as an active ingredient has been investigated in clinical trials for the treatment of
many medical conditions. The application of CBD in the cosmetic industry has also
grown rapidly [3]. Anti-inflammatory properties enhance the therapeutic effects of acne
vulgaris, since it counteracts multiple pathogenic factors of acne: sebum over-production,
and sebocyte over proliferation [4]. In addition, its antioxidation function is able to help
counteract oxidative cell damage generated by free radicals, decreasing visible signs of skin
aging [5]. Those benefits have made CBD become an important ingredient in the cosmetic
industry in recent years [6,7]. Both current European legislation and US FDA regulation do
not prohibit the use of synthetically obtained CBD in cosmetic products.

Hemp seed oil is well known to contain the rich omega-3 fatty acids and their tria-
cylglycerides (TAGs). Omega-3 is an essential polyunsaturated fatty acid (PUFA) and its
main derivatives including triacylglycerides have been widely used as antioxidants and
anti-inflammatory agents in the cosmetic industry [8,9]. Clinically, omega-3 based lipids
can benefit patients with chronic plaque psoriasis [10]. As commercial raw materials, CBD
has been blended into hemp seed oil for the cosmetic product application.
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The challenge to simultaneously quantify CBD and hemp seed oil TAG was reported
in our previous study [11]. We found that the common mobile phases like methanol
and acetonitrile cannot effectively elute TAGs out from reverse phase columns. The
accumulation of TAGs inside the column builds up the column pressure and generates
ghost peaks even with the high-resolution mass detector as the filter. Strategically, a
hydrophilic interaction chromatography (HILIC) column with an extremely high organic
mobile phase was applied to avoid the strong retention of hydrophobic TAG ingredients.
However, the method was not able to accurately quantify the hemp seed oil TAG, especially
during the skin deposition study. TAG ingredients from skin and hemp seed oil could
interfere with each other and result in poor separation. To effectively develop a reliable
method to simultaneously quantify both CBD and hemp seed oil, skin lipid chemistry
was reviewed. The animal and human skin surface, the first barrier against external
environment, is covered by sebum oil. Sebum is secreted by the sweat glands and located
on the outermost surface layer of skin. The TAG contents in sebum can reach up to 50%
according to previous studies [12,13]. Other skin lipids such as ceramides, phospholipids
and cholesterol are also present on the surface of skin, but our data indicated that no
significant amount of those ingredients could be extracted by ethanol directly. Trypsin
enzyme treatment is necessary if these lipids need to be extracted. TAG is considered a
minor lipid species of lamellar bodies and has received little attention in critical reviews [14].
However, recent discoveries demonstrated that dysfunction and deficiencies of enzymes
and activators of TAG synthesis and catabolism can cause major skin defects in mice and
humans. The findings summarized in the review suggested that the crucial role of neutral
lipid metabolism in the generation of a functional permeability barrier in skin.

Historically, huge separation efforts have been given to TAG from traditional normal
phase to reversed phase HPLC separation [15,16], plus argentation (silver ion) and two
dimensional (LC x LC) methods [17,18]. High temperature gas chromatography (HTGC)
has often been used [19,20]. Due to large variation of fatty acid chain lengths, saturation
levels and steric isomers, 64 million TAG structures can be present in nature [21]. Therefore,
no single method can be used for all applications. In this project, our goals were to
differentiate the TAGs from CBD hemp seed oil from the skin surface and establish a reliable
chemical marker for quantification. A normal phase HPLC-MS method was tested first.
Unfortunately, organic mobile phases such as hexane and ethyl acetate were unhelpful and
derailed our efforts. To improve mobile phase elution capability, a reverse phase column
combined with normal propanol was applied. At same time, a glyceryl trinonadecanoate
standard was used to monitor the elution power and make sure the main natural TAG
ingredients were not accumulated inside the column. Finally, one chemical marker for hemp
seed oil quantification was successfully separated from all TAG ingredients presented in
pig skins. The next challenge was how to characterize the separated TAG peak as a chemical
marker for CBD hemp seed oil quantification. The TAG structures can be profiled and
characterized by using chromatographic techniques [11,21]. Fragmentation patterns and
neutral loss in mass spectrometry have been used for the quantification of regioisomers with
minimal standards [22,23], and the online acetone Paterno-Buchi reaction and ultraviolet
photo-dissociation coupled with mass spectrometry was recently used to determine the
double bond position in TAG structures [24,25]. Detailed chemical marker structure in the
current project was identified and characterized by tandem mass spectrometry combined
with fragmentation patterns and literature profiles. The developed method can be used to
quantify both CBD and hemp seed oil during the skin deposition in the future.

2. Materials and Methods
2.1. Apparatus

High-pressure liquid chromatography-heated electrospray ionization-high resolution
mass spectrometry (HPLC-HESI-HRMS) analysis was performed using a Q-Exactive™
Orbitrap™ mass spectrometry equipped with a HESI-II interface and Vanquish HPLC
Systems from Thermo Fisher Scientific (San Jose, CA, USA). An Eppendorf centrifuge
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5810R was used to centrifuge the skin sample for 10 min at 500x g before HPLC-HRMS
analysis. A Genie 2 vortex mixer was used to assist with sample dispersion, minimizing
preparation time.

2.2. Reagents and Samples

HPLC-grade normal propanol, methanol and ethanol were purchased from Sigma-
Aldrich (St. Louis, MO, USA), and chloroform was purchased from J.T. Baker (Center
Valley, PA, USA). Water was purified by using an ELGA PURELAB Prima ultrapure water
purification system from MilliPoreSigma (Burlington, MA, USA). A 1x Trypsin-EDTA
solution from Sigma-Aldrich containing 0.5 g porcine trypsin and 0.2 g EDTA-4Na per liter
of Hanks’ Balanced Salt Solution with phenol red, was 1:1 diluted with water before use.
Cannabis sativa L. CBD hemp seed oil (5%) was purchased from International Cosmetics
Science Center (Harlev J, Demark) [26]. Pig skin was a product from an abattoir supplied
by Animal Technologies (Tyler, TX, USA).

2.3. Chemical Standard Preparation

An amount of 285 mg of 5% CBD-blended hemp seed oil reference standard was
weighed into a 100 mL volumetric flask and dissolved in chloroform as a stock solution.
An amount of 270 mg glyceryl trinonadecanoate from Sigma-Aldrich (purity > 99%) was
weighed into a 100 mL volumetric flask and dissolved in chloroform as a stock solution.
The stock solutions were stored at —20 °C for a week until use. The detailed dilution
procedures from stock solution to working solution are shown in Table 1. Diluted standard
working solutions were transferred into 1.8 mL HPLC vials for HPLC-MS analysis. Due to
the strong hydrophobicity of TAG standards, chloroform was used in stock solution. To
reduce potential diluent impact on initial mobile phase, 50% normal propanol in water was
used at the end of dilution.

Table 1. Preparation of CBD-blended hemp seed oil (HSO) reference and glyceryl trinonadecanoate (GTND) chemical

standards.
CBD Hemp Seed Oil Dilution Ratio Diluent HSO Concentration CBD Concentration
Stock solution (S0) Chloroform solvent 2850 ppm 142,500 ppb
Working solution S1 1:100 from SO 1:10 chloroform:normal propanol solvent 28.5 ppm 1425 ppb
Working solution S2 1:10 from S1 80% normal propanol water solvent 5.7 ppm 285 ppb
Working solution S3 1:4 from S2 50% normal propanol water solvent 0.425 ppm 71.3 ppb
Working solution S4 1:4 from S3 50% normal propanol water solvent 0.356 ppm 17.8 ppb
Working solution S5 1:4 from S4 50% normal propanol water solvent 0.089 ppm 4.5 ppb
GTND Standard Dilution Ratio Diluent Concentration
Stock solution (S0) chloroform 2700 ppm
S1 1:20 from SO 1:10 chloroform:normal propanol solvent 135 ppm
S2 1:100 from S1 1:10 chloroform:normal propanol solvent 1.35 ppm
S3 1:10 from S2 normal propanol 0.135 ppm
S4 1:5 from S3 50% normal propanol water solvent 0.027 ppm

2.4. Skin Sample Preparation

Pig skin was cut into 5 cm X 5 cm square pieces and stored at —80 °C until use. To
extract the pig skin surface lipids, skin tissues were taken from freezer and kept at room
temperature for one hour. A hollow round-bottom glass cup was put on the skin surface as
shown in Figure 1. One milliliter of ethanol was pipetted into the glass cup and stirred with
a glass rod for 1 min. The extract was transferred with a pipette and this step was repeated
for a total of three extractions (pooled) per piece. This procedure was repeated with one
additional piece. Finally, all extracted samples were combined and dried under nitrogen in
a manifold. The dried residues were redissolved in 2 mL of chloroform: normal propanol
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at a 1:4 ratio and diluted with 50% normal propanol-water solution at 1:100 ratio. The
solution was filtered through a 0.2 pm PTFE membrane before analysis by HPLC-HRMS.
The glass cup was cleaned with ethanol and sonication after lipid extraction. The extraction
protocol was modified from previous studies [27,28].

Figure 1. Pig skin surface lipid extraction via a hollow glass cup using ethanol as the extraction solvent.

To confirm the location of lipids other than TAG, and to understand their impact
on hemp seed oil deposition, an enzyme treatment was conducted for lipid extraction.
Specifically, one piece of the skin was put into a petri dish with the stratum corneum side-
down, 5mL of a 1 to 1 diluted trypsin buffer was added, followed by incubation at 37 °C
overnight. The enzyme treated pig skin pieces were then saved for extraction. The solution
was removed from the petri dish and transferred into a 15 mL falcon tube, followed by
centrifugation at 500 x g for 5 min. The supernatant was discarded, and the cell pellet was
resuspended and washed with water, centrifugation was repeated, and the cell pellet was
stored for extraction. Lipids extractions from collected cell pellets and the trypsin treated
pig skin were performed based on a modified method reported previously by Wertz and
Downing [29]. In short, three mixtures of chloroform: methanol (2:1, 1:1, 1:2) were added
to the cell and skin sheets separately for 90 min each, followed by overnight extraction
with methanol. Notably, for skin sheets extractions, phase separation was observed due
to water content in the tissue. The upper phase containing polar molecules (salts, amino
acids) was discarded, as per the Bligh and Dyer extraction methodology. Extracts from
cells and skin sheets were combined and filtered for analysis by HPLC-HRMS.
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2.5. High Performance Liquid Chromatography-Mass Spectrometry Analysis

Three microliters of sample or standard solutions were injected into a Waters XBridge
Cig (2.1 x 150 mm, 3.5 um) column. Mobile phase A was pure water while mobile phase B
was normal propanol. The method was set at 50% B from 0 to 1 min and a gradient from
50% to 99% B from 1 to 36 min and kept at 99% B until 42 min. The column was equilibrated
to 50% at 41 min and held isocratic until 50 min. The total run time was 50 min with a flow
rate of 0.2 mL/min. Samples were analyzed in full scan MS mode from 133.4 to 2000 m/z
under positive polarity with electrospray ionization for CBD and TAGs. The resolution
of 70,000 FWHM with 2.0 x 10° of Automatic Gain Control (AGC) target and 100 ms of
maximum ion injection time was fixed during the analysis. Analyses were performed
without a lock mass and protonated molecular weights at 315.2319 Daltons and quaternary
ammonium TAG molecular weights at 890.7226 Daltons were used to quantify CBD and
hemp seed oil. The optimized parameter settings were sheath, auxiliary and curtain gas
flow rates at 35, 10 and 8 arbitrary units, respectively, a spray voltage of 3.75 kV, a capillary
temperature of 320 °C, an S-lens RF level 50, and an auxiliary gas heater temperature
400 °C. Software used for operating the HILIC-HRMS was Xcalibur™ (version 4.1).

For data-dependent acquisition (DDA), the mass spectrometer was operated in posi-
tive ion mode. The survey scans were acquired at a resolution of 70,000 with a maximum
injection time of 100 ms and a target value of 3 x 10° over a mass range of 67~1000 11/ z.
The target candidate masses were selected from the separated TAG into inclusion lists
(890.7226, 892.7375, 894.7525 and 896.7682). The quaternary ammonium adducts, and their
corresponding sodium adducts (895.6727, 897.6890, 899.7042 and 901.7198) are listed in an
exclusion table. The fragments were recorded at a resolution of 17,500 with an injection
time of 50 ms and a target value of 1 x 10°. The isolation window was set at 4 m/z and the
NCE was at 30.

3. Results and Discussion
3.1. Chemical Standard Preparation

Glycerol trinonadecanoate, as a mobile phase elution capability indicator, is a very
hydrophobic TAG compound. Its solubility in propanol and water mixtures is limited. To
follow homogenization rules during sampling procedures, Glycerol trinonadecanoate TAG
stock solution SO was made with a chloroform solvent to make sure it could be completely
solubilized. Chloroform has very strong elution power in reverse phase chromatography.
To avoid the distortion of mobile phase elution power during the injection, the diluent
polarity was adjusted to be close to the initial mobile phase composition (50% normal
propanol in water) at the end. To balance this TAG solubility and compatibility to initial
mobile phase composition, gradient diluents were applied. The detailed dilution procedure
is shown in Table 1. A similar sampling procedure was conducted for hemp seed oil; its
details are described in Table 1.

3.2. Skin Sample Preparation

The hemp seed oil deposition amount was usually limited after sample treatment and
washout. Therefore, a more environmentally friendly solvent, ethanol, was selected to
extract the pig skin lipid. The extract analyses from pig skin surfaces with ethanol indicated
that major skin lipids are composed of TAG from sebum oil, as described in a previous
study [13]. No significant amounts of other types of skin lipids, such as phospholipids,
cholesterol and ceramides, were observed.

To better understand the absence of those types of skin lipids with ethanol extraction,
the pig skin was treated with trypsin enzyme. This enzyme can effectively dissociate the
physicochemical interaction of skin lipids from the skin matrices. After enzyme treatment,
a significant amount of fatty acids, phospholipids, cholesterol and ceramides could be
extracted by ethanol. Detailed results are discussed in Section 3.4.
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3.3. Liquid Chromatographic Conditions

The skin surface is the outermost protective barrier of our body. The skin surface is
coated with a lipid film composed of a mixture of sebaceous lipids (the sebum oil) and a
small fraction of epidermal lipids that can be detached from the outermost layer of the
skin, stratum corneum. Those extracted skin lipids can interfere with analytical results.
The saturation level of the TAG fatty acid chain in pig and human skins generally is higher
than TAG from botanical sources. Due to the high hydrophobicity of TAG ingredients
present in hemp seed oil and the skin surface, strong elution power mobile phases such
as hexane and chloroform should be chosen [15,16] but their high volatility can reduce
method reproducibility. More practically, our Thermo Vanquish HPLC System cannot
handle such aggressive organic solvents. Therefore, a safer and more environmentally
friendly solvent, normal propanol, was applied. To simultaneously quantify CBD and
hemp seed oil for the skin deposition study, a gradient from 50% to 99% normal propanol
was considered. Extra elution time with 99% normal propanol was afforded to elute
all TAG ingredients out of the column. A TAG standard with three Cy9 saturated fatty
acid chains, glycerol trinonadecanoate, at a slightly higher concentration was used as an
indicator for method development, as shown in Figure 2A, to ensure most TAG ingredients
with Cy4 to Cyg fatty acid chains from hemp seed oil and skin surface could be eluted
from the column. CBD can be easily differentiated from skin surface ingredients based on
polarity considerations. Retention of CBD is 5.27 min of the gradient period, and most
representative TAG ingredients have retention times less than 40 min. It should be noted
that TAG ingredients from hemp seed oil and skin surface are very similar because they
have the same structural skeleton with one glycerol plus three fatty acid chains. The
double bond variation is a relatively weak factor for TAG separation. The results shown
in Figure 2B,C indicate that normal propanol is a very effective mobile phase solvent to
separate those TAGs. The peaks from 32.40 to 36.40 min were present in both hemp seed
oil and skin lipids. However, the peaks at retention times of 30.32 and 31.08 min were only
present in hemp seed oil, and can be considered as chemical markers for hemp seed oil
during the skin deposition study.
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Figure 2. Representative chromatograms obtained by applying the proposed method. (A) Glycerol
trinonadecanoate standard; (B) pig skin extracts; (C) CBD-blended hemp seed oil reference standard.
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For the trypsin enzyme-treated pig skin surface materials, more lipid ingredients were
extracted by ethanol. A typical chromatogram of ceramides with C;Hy variation is shown
in Figure 3. The natural fatty acid chains are dominant in even-numbered carbons, and
they differ from each other with a C;Hy unit due to their biosynthetic pathway. The exact
carbon chain lengths in ceramides structures were assigned by accurate molecular weight
and have not been confirmed by MS fragmentation. Those peaks were not observed in
direct ethanol extracts either from pig or human skin surfaces, which could be related to
the location difference of various skin lipids and their physiochemical interactions.
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Figure 3. HRMS chromatograms of ceramides in pig skin after trypsin enzyme treatment. Two fatty chain lengths could

be varied.

3.4. High Resolution Mass Spectra

A reversed phase C1g column combined with a strong gradient mobile phase provided
good separation for both CBD and sequential TAG ingredients, as shown in Figure 2.
The corresponding high resolution mass spectra (Figure 4) exhibited a variable molecular
weights and double bond numbers of TAG ingredients for the peak retention times ranging
from 30.32 to 35.43 min. The even numbers for each peak mass signal, such as 890 and
892 predicted nitrogen-containing molecular adducts based on the nitrogen rule in mass
spectrometry. In addition, the odd MS numbers on the right of those even numbers, such
as 895 and 897 shown in Figure 4, are corresponding sodium adducts [M + Na]*. The high-
resolution mass data can help to determine the chemical formula of each peak. However,
the detailed structures could not be assigned at this stage due to the alternative chain
lengths and double bond positions in TAG compounds.
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Figure 4. TAG molecular ammonium adduct [M + NHy]* corresponding to the peaks in Figure 2.

3.5. Structural Identification of Chemical Marker for Hemp Seed Oil

Linolenic and linoleic acids are two essential fatty acids that cannot be synthesized
by humans and other animals [30]. TAGs composed of linolenic and linoleic fatty acid
chains are dominant ingredients in hemp seed oil, which can be distinguished from the
TAG ingredients from the pig skin surface. Those ingredients are critical for hemp seed
oil benefits such as antioxidant and anti-inflammatory functions for healthy skin. At the
same time, they can be chemical markers for the hemp seed oil quantification with the
skin surface matrix. In this study, by using a water-normal propanol gradient elution in a
Cjg column, two TAG peaks with retention times of 30.32 and 31.08 min were completely
separated from other TAG peaks at 32 to 37 min as seen in Figure 2. To confirm their TAG
fatty acid chain composition, a tandem mass spectrometry, data-dependent acquisition
(DDA) was run for TAG ammonium adducts (Figure 4) to observe their daughter ion, as
shown in Figure 5.
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Figure 5. Daughter ions from their corresponding parent ions of TAG ingredients shown in Figure 4. (A) The fragments
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(D) The fragments from 896.7682 parent ions.

Figure 6. TAG structure and its fragmentation pathway with alternative cleavage on the glycerol structure.

For the parent ion of 890.7216 shown in Figure 4, corresponding to the peak at
30.32 min in Figure 3, only one daughter ion was observed at 595.4679 Daltons with
596.4709 Dalton peak being the isotopic match, as shown in Figure 5, when normalized
collision energy (NCE) at 30 was applied. Its TAG structure and fragmentation pathways
are shown in Figure 6. If all fatty acid chains have the same weight, its fragments A, B
and C should have the same composition. The TAG structure should have three similar
linolenic fatty acid chains linked to glycerol, based on the hemp seed oil fatty acid profile
reported in the literature [31-34]. However, if the red color linolenic fatty acid chain with
three double bonds is changed into a linoleic chain with the two double bonds, fragments
A and B should have a weight of 597.4836 Daltons and fragment C should keep its weight
at 595.4679 Daltons. Their intensity ratio should be 2:1, which was confirmed by the peak
intensity as shown in Figure 5B. Therefore, the TAG peak at 31.07 min with the ammonium
adduct of 892.7375 Daltons should contain two linolenic fatty acid chains and one linoleic
fatty acid chain.
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Furthermore, for the parent ion of 894.7525 with a retention time of 31.87 min, the
fragmental ratio of 599.5014 and 595.4655 Daltons is 2:1. Using the same logical evaluation
for the parent ion of 896.7682 with the retention time at 32.47 peak min, the TAG structure
should have three similar oleic fatty acid chains linked to glycerol, as per hemp seed oil
TAG chemical profiles in the literature [31,32]. A summary for those structural assignments
is given in Table 2.

Table 2. Fragment summary based on the fragmentation pathway shown in Figure 6. The double bond number is varied

from the exact structure in Figure 6.

[M + NH41* Total Double Bond Red Blue Green Fragment-A  Fragment-B Fragment-C
890.7216 9 3 3 3 595 595 595
892.7375 8 2 3 3 597 597 595
894.7525 7 1 3 3 599 599 595
896.7682 6 2 2 2 599 599 599

(A)

Finally, the double bond positions for the peak at 30.32 min can be further confirmed
via its fragmentation patterns. The observation and interpretation in Figures 5 and 6
exclude the chain length variation within three fatty acid chains. However, isomers with
double bond position variations are still possible. Common structural isomers such as
alpha-linolenic acid (ALA) and gamma-linolenic acid (GLA) fatty acid chains are shown in
Figure 7 based on literature reports [31,35].

®
NH,

(B)

Figure 7. (A) Glycerol, tri-w-linolenicate [M + NHy4]*; (B) glycerol, tri-y-linolenicate [M + NH4]*.

To differentiate these two structures, further fragmentation analyses were executed for
the data presented in Figure 8 with an applied NCE level of 30. In Figure 7, the numbers
and structures are theoretical fragment weights, and vertical numbers with high resolution
mass spectrometric peak are experimental data. The fragments represented by the blue
color are from structure 7A. Its theoretical fragments are matched with the experimental
data shown in Figure 8. At the same time, the theoretical fragment weight with red color
structures shown in Figure 8 are either very weak, such as 97.1004, 123.1160 and 137.1312
in the experimental data, or not observed, such as 111.1174 and 151.1487 from theoretical
numbers. If the parent ion concentration is too low, signal ions could be suppressed.
The experimental data shown in Figure 8 indicate structure 7A should be dominant in
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hempseed oil. This observation corresponds to the results described in the literature [31,35].
The TAG with gamma-linolenic acid composition should be much lower than the TAG with
alpha-linolenic acid composition in hemp seed oil. The peak at 30.32 min is a unique TAG
for hemp seed oil. It not only can be representative of hemp seed oil antioxidant benefits
but can also avoid interference from skin surface TAG. Therefore, it can be used as the best
chemical marker to quantify the hemp seed oil TAG.
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Figure 8. Daughter ions with predicted fragment structures. The horizontal numbers with structure are theoretic fragment

weights, and vertical numbers with mass spectra are experimental data.

3.6. HPLC-HRMS Method Validation

The method linearity was validated with six batches of standard working solutions.
The concentrations, 4.5, 17.8, 71.3 and 285 ppb for CBD and 0.089, 0.356, 1.425 and 5.7 ppm
for hemp seed oil, respectively, are shown in Table 1. Correlation coefficients (R?) were
>0.95 for all calibration curves. The within-run precision and accuracy were assessed by
analyzing six replicated spiked QC samples at medium concentrations of 55 ppb for CBD
and 1.1 ppm for hemp seed oil. The within-run accuracy was —4.53% for CBD and 2.98%
for hemp seed oil. The within-run precision (RSD) was 3.69% for CBD and 4.19% for hemp
seed oil. These were all less than 4-5.0%, which indicates good accuracy and precision of
the method. The method sensitive was defined by the instrumental LOD and LOQ for CBD
and hemp seed oil. They were 1.2 and 3.6 ppb for CBD and 0.025 and 0.075 ppm for hemp
seed oil.

4. Conclusions

By applying normal propanol in the mobile phase with a reverse phase HPLC system,
an effective separation methodology was developed. The method can be used to quantify
CBD and hemp seed oil simultaneously for skin deposition studies. High resolution
mass spectrometry detection combined with data-dependent acquisition provided reliable
structural information to support confidence of the quantitation methodology. Glycerol
with three alpha linolenic fatty acid chains is well represented as the main ingredients for
hemp seed oil activities such as antioxidant and anti-inflammatory activity. This chemical
marker was successfully separated from other TAG ingredients either in hemp seed oil
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or pig and human skin surface. More importantly, its structure was well identified and
characterized by utilizing tandem mass spectrometry technology, which has not been
done previously.
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