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ABSTRACT:

Introduction - Cannabis sativa L. is a powerful medicinal plant and its use has recently increased for the treatment of several pa-
thologies. Nonetheless, side effects, like dizziness and hallucinations, and long-term effects concerning memory and cognition,
can occur. Most alarming is the lack of a standardised procedure to extract medicinal cannabis. Indeed, each galenical prepara-
tion has an unknown chemical composition in terms of cannabinoids and other active principles that depends on the extraction
procedure.

Objective - This study aims to highlight the main differences in the chemical composition of Bediol® extracts when the extraction
is carried out with either ethyl alcohol or olive oil for various times (0, 60, 120 and 180 min for ethyl alcohol, and 0, 60, 90 and
120 min for olive oil).

Methodology.

Cannabis medicinal extracts (CMEs) were analysed by liquid chromatography coupled to high-resolution tandem mass spec-
trometry (LC-MS/MS) using an untargeted metabolomics approach. The data sets were processed by unsupervised multivariate
analysis.

Results - Our results suggested that the main difference lies in the ratio of acid to decarboxylated cannabinoids, which dramat-
ically influences the pharmacological activity of CMEs. Minor cannabinoids, alkaloids, and amino acids contributing to this differ-
ence are also discussed. The main cannabinoids were quantified in each extract applying a recently validated LC-MS and LC-UV
method.

Conclusions - Notwithstanding the use of a standardised starting plant material, great changes are caused by different extraction
procedures. The metabolomics approach is a useful tool for the evaluation of the chemical composition of cannabis extracts.
Copyright © 2017 John Wiley & Sons, Ltd.
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Introduction

Notwithstanding the large increase in the use of cannabis for ther-
apeutic purposes in recent years (Blake et al, 2006; Borgelt et al,,
2013; Koppel et al,, 2014; Whiting et al,, 2015), there is still the need
for a standardised procedure for the preparation of cannabis me-
dicinal extracts (CMEs) and very few scientific studies on the actual
chemical composition of CMEs have been published (Romano and
Hazekamp, 2013). Most of the existent research studies regard the
determination of the main cannabinoids in plant materials (Stolker
et al, 2004; Hazekamp et al,, 2005; De Backer et al,, 2009). Over a
hundred cannabinoids have been identified in different strains of
Cannabis sativa L. The most abundant and most known are
cannabidiol (CBD) and (—)-trans-A°-tetrahydrocannabinol (THC),
which are present in the acid form in the inflorescence, namely
cannabidiolic acid (CBDA) and tetrahydrocannabinolic acid (THCA),
respectively. Each cannabinoid possesses completely different
pharmacological activities. For instance, the pharmacological use
of CBDA and THCA has not been thoroughly disclosed to date as
these acid forms of cannabinoids are recognised as pharmacolog-
ically inactive (Yamauchi et al,, 1967; Burstein, 1999). Nonetheless,
there is evidence that they exert anti-proliferative/pro-apoptotic
effects in a few cancer cell lines (Ligresti et al, 2006). However,
THC acts on CB, central receptors leading to the psychotropic
and hallucinating effects, while CBD seems to have analgesic, anti-
epileptic and antioxidant activity and to reduce THC side effects
(Russo, 2008; Grotenhermen and Muller-Vahl, 2012). The interest
in the pharmacological activity of the other cannabinoids present
in lower concentration in the inflorescence has recently grown.
One example is cannabigerol (CBG), deriving from cannabigerolic
acid (CBGA), the stem cell of all cannabinoids, which proved to
relieve intraocular pressure (Colasanti, 1990).

The scientific literature reveals a serious gap concerning the
determination of the concentration of the two main cannabinoids
THC and CBD in CMEs. The first research work regarding the eval-
uation of the main cannabinoids concentration and stability in oil
and ethyl alcohol CMEs by LC-MS (and LC-UV) was developed
and validated by our group (Citti et al, 2016a). More recently,
Pacifici et al. () described another analytical method addressing
the same issue in cannabis based oil and tea preparations.

It is known that both CBDA and THCA, as well as the other acid
cannabinoids, do not possess any psychotropic activity mainly
because the dissociation of the carboxylic acid moiety at physio-
logical pH of 7.4 prevents the blood brain barrier crossing
(Moreno-Sanz, 2016). Only a chemical transformation, which could
be accelerated by heat, leads to the formation of the well-known
cannabinoids CBD and THC. Moreover, it should be considered
that CBDA and THCA are not converted when administered, but
rather they exert their biological effect (anti-inflammatory, neuro-
protective, anti-emetic, etc. (Bolognini et al, 2013)) only
peripherally. Practically, fresh untreated inflorescence would have
a scarce psychotropic effect and only the heating would transform
it into a “drug”. This explains the reason why smoking is the
preferential administration route for recreational purposes (Dussy
et al, 2005). Indeed, heating the inflorescence at high temperature
causes the immediate decarboxylation of the cannabinoid THCA
to get THC (and CBD from CBDA) (Taschwer and Schmid, 2015). Af-
ter being absorbed through the lungs, in a few minutes THC can
be found in the central nervous system (Huestis et al, 1992).
Moreover, the decarboxylation of THCA leads to the formation of
THC and a small part of the latter oxidises to cannabinol (CBN),
which is a cannabinoid with potent sedative properties.

Usually, CMEs dispensed by a pharmacist report the concentra-
tion of THC without specifying whether it refers to the carboxyl-
ated form or to the non-carboxylated one or even to the sum of
the two. This strictly depends on the analytical method used to de-
termine the concentration of the cannabinoid. Gas chromatogra-
phy (GC) involves the heating of the sample above 200°C prior to
the analysis, whereas liquid chromatography (LC) generally works
at room temperature. Unless the sample is previously derivatised,
unlike LC, GC does not distinguish between the two forms and
gives the total THC content (Ambach et al, 2014). If the extracts
have not been properly heated, only the carboxylated non-
psychoactive cannabinoid will be administered, with therapeutic
indications completely different from those of the decarboxylated
cannabinoid.

To further complicate the picture of the therapeutic effects of
cannabis extracts, several scientific papers suggest the presence
of other bioactive components in the plant inflorescence different
from cannabinoids, such as terpenes, flavonoids, etc. These classes
of compounds exert a pharmacological activity that is synergic
with that of cannabinoids (McPartland and Russo, 2001; Russo
and McPartland, 2003). In particular, terpenes are volatile and eas-
ily degradable. Therefore, different times and temperatures of ex-
traction, as well as different solvents, affect the chemical
composition of the final extracts.

The uncertainty in this scenario increases even more when
talking about the stability of CMEs. The German Drug Codex
(DAQ), which is published by the Federal Union of German Associ-
ations of Pharmacists (ABDA) and functions as a supplement book
to the pharmacopoeia, suggests a CBD oil preparation that is guar-
anteed as stable for 28 days, though admitting the lack of scientific
studies on the integrity of the active principles over the time (DAC/
NRF, 2015).

To date no standardised methodology is available for the prep-
aration of CMEs with a known and uniform concentration of the
main cannabinoids. The aim of the present study is to highlight
the main changes in the chemical composition of the cannabis in-
florescence when the extraction is carried out in different solvents
and over various times. In fact, the main cannabinoids do not rep-
resent the only issue at this regard, but it is important to consider a
plethora of other bioactive molecules, some of them with un-
known biological activity, that are present in different concentra-
tions in the CME depending on the extraction time. The present
work reports the analysis of CMEs obtained in two solvents, ethyl
alcohol and olive oil, and at various times: 0, 60, 120 and 180 min
for ethyl alcohol CMEs and 0, 60, 90 and 120 min for olive oil CMEs.
To this end, an untargeted metabolomics approach was used.
Metabolomics is an “omics” study that can be used to acquire com-
prehensive information on the composition of a metabolite pool
to provide a functional snapshot of a biological sample state at a
molecular level. The comprehensive analysis of all metabolites
within a biological sample is a very ambitious goal and is still far
from a reality for any system, although substantial progress is be-
ing made (Sumner et al,, 2003). Indeed, in the past few years dra-
matic developments in high-throughput metabolomics have
been achieved, especially due to the aid of bioinformatics technol-
ogies. In this work, a high-performance liquid chromatography
coupled to tandem high-resolution mass spectrometry (HPLC-
HRMS/MS) method has been employed for the metabolomic anal-
ysis of the selected CMEs. HPLC-HRMS/MS data were processed
and analysed with a multi-group job by the XCMS Online web plat-
form (Tautenhahn et al, 2012) and the compounds with the most
significant variations in concentration were identified using
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authentic standards (CBDA, THCA, CBGA, CBD, THC, CBN, CBG, cho-
line, arginine, and proline). A tentative identification of a few inter-
esting compounds was hypothesised on the basis of accurate
mass, isotopic pattern and high-resolution fragmentation spec-
trum match with METLIN (Zhu et al,, 2013) online database. More-
over, the main cannabinoids (CBDA, THCA, CBD, THC and CBN)
concentration was evaluated in each extract using the recently val-
idated LC-MS/MS method (Citti et al,, 2016a).

Experimental

Materials

Acetonitrile, water, 2-propanol, formic acid were all LC-MS grade and
were purchased from Carlo Erba (Milan, Italy). Pharmaceutical grade re-
fined olive oil was bought from Fagron Italia Srl (Bologna, Italy). Ethyl alco-
hol was of pharmaceutical grade bought from Carlo Erba (Milan, Italy).
Arginine, choline and proline were from Sigma Aldrich (Milan, Italy). CBDA,
THCA, CBGA, CBD, THC, CBN and CBG were purchased from Farmalab Srl,
(Vado Ligure, Italy).

In this work there was no handling of new cannabis based material since
all the samples employed were the same that have been previously
analysed and reported in our recent paper (Citti et al,, 2016a).

Extraction methodology

The extraction procedure followed is the one recently proposed by Citti
et al. (2016a), which involves the use of a condenser to minimise the loss
of any volatile substance.

Extraction with ethyl alcohol

First, 2 g of Bediol® inflorescence (Bedrocan BV, Veendam, The
Netherlands), fine powder, were placed in 20 mL of ethyl alcohol 96% into
a round bottom flask and refluxed under magnetic stirring for 3 h (refluxing
temperature 78°C). Then, 100 pL aliquot were sampled at t, (time when the
mixture starts to boil) and three selected time points (60, 120 and 180 min).
Subsequently, the mixture was left to cool down to room temperature, then
paper filtered to obtain the final alcohol CME.

Extraction with olive oil

First, 2 g of Bediol® inflorescence, fine powder, were placed in 20 mL of olive
oil in a round bottom flask with a condenser and heated at 110°C under
magnetic stirring for 2 h. Then, 100 pL aliquot were sampled at t, (time
when the mixture reached 110°C) and at three selected time points (60,
90 and 120 min). The mixture was stirred at 110°C for 2 h and gradually
cooled down to room temperature over at least 2 h. Subsequently, the mix-
ture was paper filtered to obtain the final oil CME.

Sample preparation

For the metabolomics experiments, 50 uL aliquot of ethyl alcohol or olive
oil CME at the selected time points were dissolved in 2-propanol to the final
volume of 10 mL. Next, 100 puL of the solution was diluted in 890 uL of mo-
bile phase and added of 10 uL of diazepam, used as internal standard (IS), at
a final concentration of 50 pg/mL. The solution was vortex-mixed for 5 min.
Then, 5 uL were injected directly into the HPLC system and analysed in five
replicates. For the quantitative determination of CBDA, CBD, CBN, THC and
THCA, 10 pL of IS was added at a final concentration of 500 png/mL in line
with the recently published LC-MS and LC-UV method (Citti et al,, 2016a).

For the metabolomics experiments, a pooled “quality control” (QC) sam-
ple was prepared by mixing equal volumes (20 pl) from each of the 24
CMEs (three samples of each of the four alcohol CMEs and three samples
of each of the four oil CMEs) and used for method validation. Analysis of

the QC sample was performed in triplicate at the beginning of each batch
and every 15 runs.

LC-HRMS and LC-HRMS/MS method

HPLC analyses were performed on an Agilent Technologies (Santa Clara,
CA, USA) modular model 1200 system, consisting of a vacuum degasser, a
binary pump, a thermostated autosampler, a thermostated column com-
partment, a diode array detector (DAD) and a 6540 quadrupole time-of-
flight (QTOF) mass analyser with an electrospray ionisation (ESI) source. A
Poroshell column (Poroshell 120 EC-C18, 3.0 mm X 50 mm, 2.7 um, Agilent,
Milan, Italy) was used with a mobile phase composed of 0.1% (v/v) formic
acid in both water (A) and acetonitrile (B). The analyses were carried out
using an elution profile composed of a linear gradient from 5% to 95% B
over 45 min; the mobile phase composition was held at 95% B for 10 min
and then it was brought back to the initial composition (5% B) over 5 min
and the column equilibrated for another 5 min. The flow rate was kept at
0.3 mL/min throughout the analytical run. The total run time was 65 min.
The column temperature was set at 25°C. The sample injection volume
was 5 L. Five replicates were analysed for each sample. The HPLC-ESI-MS
and MS/MS system operated in both positive (ESI+) and negative (ESI—)
ionisation mode. The experimental parameters were set as follows: the cap-
illary voltage was 3.5 kV, the nebuliser (N,) pressure was 35 psi, the drying
gas temperature was 350°C, the drying gas flow was 11 L/min and the skim-
mer voltage was 40 V. The mass spectrometer was calibrated using the
Agilent low-mass calibration mix. The calibration was run in both ESI+
and ESI— mode in the low-mass range of m/z 50-1700 at high resolution.
The calibration was accepted if the parts per million (ppm) error was
<0.5 ppm. Data were acquired by Agilent Mass Hunter system software
(version 6.0). The mass spectrometer was operated in full-scan mode in
the m/zrange 50-1700. MS/MS spectra were automatically performed with
N, as the collision gas in the m/z range 50-1700, using the auto MS/MS
function and a collision energy of 20 eV.

Cannabinoids concentrations (CBDA, THCA, CBD, THC and CBN) were de-
termined in each extract employing a recently validated chromatographic
method coupled to DAD and MS detector (Citti et al,, 2016a). The method
involved an isocratic elution with water/acetonitrile 30:70 (v/v) and 0.1%
formic acid (v/v) with a flow rate of 0.5 mL/min on the previously described
Poroshell column. UV peaks were extracted at 228 nm (band width 4 nm).
Extracted ion chromatograms (EICs) were obtained with an tolerance win-
dow of 10 ppm m/z from total ion chromatogram (TIC) employing the m/
z corresponding to [M + HI* (285.0770 for IS, 359.2224 for CBDA and THCA,
315.2314 for CBD and THC, and 311.2000 for CBN) and [M-H] ~ of authentic
standards (283.0644 for IS, 357.2017 for CBDA and THCA, 313.2027 for CBD
and THC, and 309.1798 for CBN).

The elution order on the Poroshell C18 column was as follows: IS, CBDA,
CBD, CBN, THC and THCA and their retention times in isocratic conditions
were 0.9, 2.2, 2.6, 4.5, 5.9 and 8.5 min, respectively. In the gradient condi-
tions (metabolomics experiments), the respective retention times were
22.7,37.4,38.6,42.0,43.7 and 46.0 min.

XCMS online data analysis and MetaboAnalyst results
processing

Raw HPLC-MS/MS metabolomic data were converted to mzXML files using
ProteoWizard MS Convert version 3.0.4146 (Chambers et al, 2012). The
mzXML files were uploaded to XCMS Online web platform for data process-
ing, which applied peak detection, retention time correction with respect to
the IS retention time, profile alignment, and isotope annotation. Data were
processed as a multi-group design experiment, and the parameters were
set as follows: centWave for feature detection (Am/z = 15 ppm, minimum
and maximum peak width 10 and 120 s, respectively); obiwarp settings
for retention time correction (profStep = 1); parameters for chromatogram
alignment, including mzwid = 0.015, minfrac = 0.5, and bw = 5. The relative
quantification of the detected features was based on EIC areas. The results
output were exported by direct download from XCMS Online. Metabolite
identification was based on accurate mass (within 5 ppm) and/or MS/MS
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data match against MS/MS spectra available on METLIN. MS/MS data of
CBDA, Ag—THCA, CBGA, CBD, AQ—THC, CBN, CBG, choline, arginine and pro-
line were confirmed also via matching against authentic standards. XCMS
csv file output was processed using Metaboanalyst 3.0 (Xia et al, 2015),
which implemented the statistical analysis and graphical representation
(3D-PCA, heatmap, etc.). Principal component analysis (PCA) was per-
formed after normalisation based on sum of peak areas and Pareto scaling.
Heatmaps were built setting the following parameters: distance measure:
Euclidean, clustering algorithm: Ward, standardisation: autoscaling features
from normalised data.

Results and discussion

Extraction methodologies and sample preparation

One of the most commonly used extraction methodology of me-
dicinal cannabis for galenical preparations consists of mixing the
pulverised inflorescence with an appropriate volume of ethyl al-
cohol or olive oil in a 1:10 (w/v) ratio and heating it for a time
and a temperature decided by the individual pharmacist. There-
fore, it becomes important to evaluate how the chemical compo-
sition of the final CME is affected by various times of extraction.
Indeed, the principal cannabinoids like CBD and THC are present
in the inflorescence as carboxylated species and undergo decar-
boxylation with a rate strictly dependent on the solvent and tem-
perature employed. It is important to take into account not only
the extraction rate of the active principles of the plant material
but also their decomposition and decarboxylation rates. Hence,
a targeted metabolomics analysis is not suitable for a compre-
hensive characterisation of the chemical composition of CMEs.
In this context, untargeted metabolomics would represent the
analytical approach of choice for an accurate evaluation of the
qualitative changes in bioactive substances, which are closely re-
lated to the aforementioned parameters. In contrast to a targeted
metabolomics experiment, which measures ions from known
compounds, an untargeted metabolomics experiment registers
all ions within a certain mass range, which is closer to the aim
of this work.

By performing the extraction in ethyl alcohol under refluxing,
we set the temperature at 78°C. The extraction in olive oil was
carried out at 110 and 145°C. Unfortunately, organoleptic proper-
ties of the cannabis based galenical preparations extracted in ol-
ive oil at the higher temperature (145°C) made it unsuitable for
the patient compliance. Hence, the experiments performed at

o 1.5E54
1.564-

i 1.563.1

T 1562
154

a

145°C were discarded. The extractions were followed for
180 min in ethyl alcohol and 120 min in olive oil with selected
time points (0, 60, 120 and 180 min for ethyl alcohol and 0, 60,
90 and 120 min for olive oil).

LC-MS and LC-MS/MS method

Several types of columns were tested for the metabolomic exper-
iments on CMEs. Poroshell column was chosen due to its efficient
chromatographic separation (Citti et al, 2016b, 2016c); moreover,
it provided a higher number of peaks compared to fully porous
C18 stationary phase based columns. Moreover, UHPLC stationary
phases, such as ZORBAX Eclipse Plus C18 (50 mm x 3 mm id.,
1.8 um, Agilent), were also evaluated with the result of high
back-pressures and poor reproducibility.

On the basis of our research group’s considerable experience in
LC-MS and LC-MS/MS analysis (Carrozzo et al, 2010, 2012, 2014;
Cannazza et al, 2012, 2014; Battisti et al, 2016), we developed a
chromatographic method exploiting the metabolomic approach.
The mobile phase employed was water/acetonitrile with 0.1%
formic acid (v/v) with a linear gradient from 5% to 95% acetonitrile
in 45 min and a total run time of 65 min. The detectors used were a
DAD operating in the range of 190 to 500 nm and a QTOF mass
spectrometer equipped with an ESI operating in both positive
and negative mode.

In order to guarantee the accuracy and reliability of raw data,
LC-MS method validation was performed prior to the measure-
ment of extract samples. A pooled QC sample was analysed
three times at the beginning of the analytical run to ensure sys-
tem equilibration and then once every five runs to provide ro-
bust quality assurance for each feature change detected. Five
representative peaks corresponding to CBDA, THCA, CBD, THC
and CBN in the chromatograms of QC samples detected in both
ESI+ and ESI— mode were selected for method validation. Over-
all, the retention times and m/z of the five selected peaks in all
the analysed HPLC chromatograms were precisely the same
(ARt < 0.1 min, Appm <0.3). The relative standard deviations
(RSD%) of peak area were measured as less than 4% and less
than 7% for ESH+ mode in ethyl alcohol and olive oil, respec-
tively, and less than 6% and 8% for ESI— mode in ethyl alcohol
and olive oil, respectively. The results of the method validation
indicated good precision, stability and repeatability and

Figure 1. Three-dimensional (3D) total ion chromatogram (TIC) of an alcohol cannabis medicinal extract (CME) at 60 min in negative ionisation (ESI—) mode.
The retention time (min) is represented on the x axis, the peak intensity (ion counts) on the y axis and the m/z values on the z axis. [Colour figure can be

viewed at wileyonlinelibrary.com]
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suggested that the LC-MS conditions employed were suitable
for untargeted metabolomics analysis.

Global profiling of alcohol and oil CMEs

The chemical composition of C. sativa L. extracts has already been
explored in several studies, albeit only very few articles report their
LC-HRMS profiling (Marti et al,, 2014). Most of the research work on
the chemical composition of cannabis extracts has been
conducted by NMR (Peschel and Politi, 2015; Wang et al, 2016).
Metabolomic studies were mainly focused on the different strains
of C. sativa L. without any particular attention to the extraction
methodology (Choi et al., 2004; Fischedick et al,, 2010). Untargeted
metabolomics allows to highlight different chemical profiles that
could be correlated with different pharmacological activities.
LC-HRMS has become the technique of choice for untargeted
metabolomics studies, thus it was employed in this work to evalu-
ate the effects of time and most used solvents for the extraction of
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medicinal cannabis. The three-dimensional (3D) chromatogram
obtained with LC-HRMS in scan mode (Figure 1) highlights the vast
chemical complexity of an alcohol CME and only a minor part of
the compounds present in the extract can be identified. All the me-
tabolites that were identified by accurate mass, HRMS fragmenta-
tion spectrum and isotopic pattern match and/or match with
authentic standards are reported in Table 1. More metabolites with
their putative identification can be found in the Supporting Infor-
mation Table S1.

Alcohol CMEs

The datasets of retention time, m/z pairs, and ion intensities were
processed using PCA. As shown in the graph of Figure 2, time of
exposure of the cannabis inflorescence to the solvent has a
significant effect on small molecules, as reflected in the percent-
age of altered features in the alcohol CMEs (66% ESI+ and 79%
in ESI— mode). The results showed a clear variation through three

_— B R
- T
0 et ™17 | | 1L
18— 11| ]t
; it | 1 | [ | L | et
"y Lagand
oy T
- L] L
T i 200 mn
P @ &0 min
i
& -
-1
e
-3

Figure 2. Three-dimensional principal component analysis (3D-PCA) of the extraction time points in ethyl alcohol in ESI+ and ESI— mode. (A) 3D-PCA of
four datasets related to the four time points of extraction in ethyl alcohol acquired in ESI+ mode. (B) 3D-PCA of the same datasets acquired in ESI— mode.
Samples extracted at t, are coloured in red, those extracted at 60 min in blue, those extracted at 120 min in green and those extracted at 180 min in dark

blue. [Colour figure can be viewed at wileyonlinelibrary.com]
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Figure 3. Heatmap of identified metabolites in ethyl alcohol in ESI+ mode. Colour-coding consists of shades of red and blue, where higher intensity of red
means very high concentration and higher intensity of blue means very low concentration. The data of the selected time points are shown in colours at the
top of the heatmap: t, is shown in red, 60 min in blue, 120 min in green and 180 min in dark blue. [Colour figure can be viewed at wileyonlinelibrary.com]
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principal components (PC1, PC2 and PC3). The samples at 0, 60, The results of the metabolomics experiments suggested that
120 and 180 min formed separated clusters in the 3D-PCA scatter acid cannabinoids decarboxylate with different kinetics strictly de-
plot shown in Figure 2. The contribution of each principal pendent on both temperature and solvent. During the extraction

component (PC) was 42.4% for PC1, 17% for PC2 and 8.6% for process we observed an enrichment in acid cannabinoids that si-
PC3 in ESI+ mode and 60.7% for PC1, 14.2% for PC2 and 6.7% for multaneously decarboxylated and, in some cases, decomposed.
PC3 in ESI— mode. Multivariate analysis, performed with one-way The decomposition products often have an unknown structure,
analysis of variance (ANOVA) and Fisher’s least significant differ- as well as their biological activity is unknown. The concentration
ence (LSD) Post-hoc analysis, revealed 3557 features that showed of acid cannabinoids in alcohol CMEs showed a decrease over
significant dysregulation among the four groups of extracts the time contributing to the clustering of the four groups of time
(p < 0.01) from 5446 total aligned features in ESI+ mode points of extraction. The highest amount of CBGA, THCA and CBDA
(Figure 2A). ESI— mode (Figure 2B) showed a higher percentage was registered at time t, since ethyl alcohol is a solvent with a high
of altered features but a lower number of total aligned features extraction efficiency and they began to be converted to their cor-
(1617). Of these features in both ESI+ and ESI— mode, a number responding decarboxylated derivatives due to the temperature.
were adducts and fragment ions. Not much difference in THCA and CBDA concentrations was regis-
tered between 120 and 180 min. However, the concentration of
e neutral cannabinoids, such as CBD and THC, increased over the
B e time as a result of the decarboxylation process of acid cannabi-
el o noids due to the temperature. In the last hour of extraction we ob-
served very little increase of THC and CBD concentrations,
suggesting that no more parent compound (THCA and CBDA)
was being extracted. After 2 h of extraction, a small part of THC
is also oxidised to CBN. Similarly, CBD underwent oxidation to give
the quinone HU-331, which exerts antiangiogenic properties, in-
duces apoptosis to endothelial cells and inhibits topoisomerase I
in nanomolar concentrations (Peters and Kogan, 2007). The main
acid and neutral cannabinoids, namely CBDA, CBGA, THCA, CBD,
04 CBN and THC, were identified using authentic standards. The oxi-
dation product of CBD, HU-331, was identified by accurate mass
(Appm <5), isotopic pattern and high-resolution fragmentation
05 spectrum match with METLIN online database.
Ll While the class of cannabinoids has been extensively studied,
the composition of C. sativa L. in terms of primary and other
06 = secondary metabolites has not been completely elucidated.
Compounds belonging to the primary metabolism are for example
amino acids and fatty acids. We identified proline and arginine that
anc showed an increasing trend over the time in ethyl alcohol. Other
compounds, such as flavonoids, alkaloids, stilbenoids, terpenes,
etc. are secondary metabolites. For some alkaloids like choline,
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Figure 4. Principal component analysis (PCA) loadings of identified me-
tabolites in ethyl alcohol cannabis medicinal extracts (CMEs) in ESI+ mode.

Compounds with loadings far from zero (positive or negative) have a stron- which is one of the most important metabolites in plants since it
ger contribution to creating the clusters separation. [Colour figure can be i the precursor of the membrane phospholipid phosphatidylcho-
viewed at wileyonlinelibrary.com] line (Rhodes and Hanson, 1993), an increase in concentration was
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Figure 5. Three-dimensional principal component analysis (3D-PCA) of the extraction time points in olive oil in ES+ and ESI— mode. (A) 3D-PCA of four
datasets related to the four time points of extraction in olive oil acquired in ESI+ mode. (B) 3D-PCA of the same datasets acquired in ESI— mode. Samples
extracted at t, are coloured in red, those extracted at 60 min in blue, those extracted at 120 min in green and those extracted at 180 min in dark blue. [Colour
figure can be viewed at wileyonlinelibrary.com]
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registered within the first 2 h; no much difference was observed af-
ter this time. The concentration of trigonelline, an alkaloid with
pyridine structure and several pharmacological properties (Zhou
et al, 2012), increased with a regular trend over 3 h.

In order to have a clearer picture of the extraction trend of the
identified metabolites, their raw data were used to build a heat
map with MetaboAnalyst, where the individual values are
represented as colours. The colour-coding is used to represent
the values taken by a variable in a hierarchy (Figure 3). In the
specific case only the metabolites identified in ESI+ mode were
considered. Looking at the PCA loading plot in Figure 4 performed
with the identified metabolites, the most discriminating features
are the main acid and neutral cannabinoids, CBDA, THCA, CBD
and THC.

Oil CMEs

Following the same procedure of alcohol CMEs, olive oil extracted
samples were processed using PCA (Figure 5). Similarly, the four
groups corresponding to the set time points clustered in different
areas of the graph, suggesting a different chemical composition of
the four groups of extracts. The contribution of each PC was 43.1%
for PC1, 10.5% for PC2 and 6.9% for PC3 in ESI+ mode and 49.1%
for PC1,19.7% for PC2 and 6.1% for PC3 in ESI— mode. The number
of the altered features detected in these extracts was lower than
that of alcohol extracts; specifically, 3145 features out of 6193 were
detected as altered (51%) in ESI+ mode (Figure 5A), whilst in ESI—
mode (Figure 5B) the multivariate analysis identified 812 altered
features out of 1181 (69%).

Ethyl alcohol and olive oil CMEs could be distinguished in terms
of kinetics of extraction of both cannabinoids and secondary me-
tabolites. In fact, whilst cannabinoids are more easily extracted
by ethyl alcohol and more slowly in olive oil, secondary metabo-
lites prefer more lipophilic solvents.

The results of the untargeted metabolomics studies on oil CMEs
showed that acid cannabinoids (Figure 6) followed the opposite
trend with respect to that observed in ethyl alcohol. This is most
likely due to a different kinetics of extraction in olive oil that, being
clearly slower than that in ethyl alcohol, produced an increase of
their concentrations still after 2 h.
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As for ethyl alcohol CMEs, a heatmap was generated with
MetaboAnalyst to identify the extraction trend of the identified
metabolites in olive oil. The heatmaps in Figures 3 and 6 highlight
the differences between ethyl alcohol and olive oil with the colour
coding in terms of extraction of the identified metabolites over the
time in ESH mode. In particular, whilst carboxylated cannabinoids
show their maximum intensity only at the beginning of the extrac-
tion process in ethyl alcohol to abruptly decrease over the first
hour, in olive oil they are continuously extracted over 2 h.
Decarboxylated cannabinoids levels increased over 3 h of extrac-
tion in ethyl alcohol, whereas they decreased after 90 min in olive
oil. The maximum intensity of the metabolites peaks is also
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Figure 7. Principal component analysis (PCA) loadings of identified me-
tabolites in olive oil cannabis medicinal extracts (CMEs) in ESI+ mode. Com-
pounds with loadings far from zero (positive or negative) have a stronger
contribution to creating the clusters separation. [Colour figure can be
viewed at wileyonlinelibrary.com]
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Figure 6. Heatmap of identified metabolites in olive oil in ES+ mode. Colour-coding consists of shades of red and blue, where higher intensity of red means
very high concentration and higher intensity of blue means very low concentration. The data of the selected time points are shown in colours at the top of
the heatmap: t is shown in red, 60 min in blue, 120 min in green and 180 min in dark blue. [Colour figure can be viewed at wileyonlinelibrary.com]
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Figure 8. Cannabinoids concentration in ethyl alcohol at the different extraction time points. Cannabinoids concentrations (mg/mL, y axis) in ethyl alcohol

acquired in ESI+ mode were plotted against time of extraction (min, x axis).
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Figure 9. Cannabinoids concentration in olive oil at the different extraction time points. Cannabinoids concentrations (mg/mL, y axis) in olive oil acquired in

ESI+ mode were plotted against time of extraction (min, x axis).

different between ethyl alcohol and olive oil: the maximum inten-
sity, which is registered in ethyl alcohol at t,, is not even reached in
olive oil after 90 min, suggesting that ethyl alcohol possesses a
higher extraction efficiency compared to olive oil. It is noteworthy
that the contribution of the single metabolites to differentiate the
chemical composition of four time points of CMEs is quite different
in the two solvents.

The results of multivariate analysis suggested that cannabinoids
and the ratio of acid to neutral cannabinoids are the most discrim-
inating features in both olive oil and ethyl alcohol CMEs. As for al-
cohol CMEs, a PCA loading plot was generated with the identified
metabolites. Figure 7 shows that, similarly to ethyl alcohol extrac-
tion, the main acid and neutral cannabinoids, CBDA, THCA, CBD
and THC, have the strongest contribution to the clustering of the
set time points.

Quantitative analysis of cannabinoids

Figures 8 and 9 illustrate the concentration of the main cannabi-
noids, namely CBDA, THCA, CBD, THC and CBN, at the selected
time points of extraction in ethyl alcohol and olive oil, respectively.
The concentrations were calculated with both UV and MS detec-
tion applying the analytical method recently published by our re-
search group (Citti et al, 2016a). Tables S2 and S3 (in Supporting
Information) report the concentration values of the main cannabi-
noids for ethyl alcohol and olive oil, respectively. The results ob-
tained with UV detector were consistent with those obtained
with MS detector, confirming what has been previously published
(Citti et al., 2016a).

The results of the quantitative analysis indicated a significantly
high extraction power of ethyl alcohol compared to olive oil. In
particular, ethyl alcohol is able to extract 100% of the main acid
cannabinoids in the early minutes of the contact with the cannabis

inflorescence when the boiling point is reached. However, olive oil
is not able to extract the acid cannabinoids as much as ethyl alco-
hol does probably due to its higher lipophilicity. Besides, during
the process of decarboxylation the neutral cannabinoids are
formed and solubilise into the solvent. These data suggested that
the decarboxylation rate at 110°C of both CBDA and THCA is
slower than the solubilisation rate. In the case of ethyl alcohol,
instead, the decrease of the acid forms and the simultaneous in-
crease of the neutral forms are exclusively due to the decarboxyl-
ation of the acid forms entirely dissolved in the early minutes of
the extraction. The amount of total CBD is 7.11% (w/w) in alcohol
CMEs and 5.13% (w/w) in oil CMEs. The amount of total THC is
5.35% (w/w) in alcohol CMEs and 5.57% (w/w) in oil CMEs.

The earlier mentioned provides a clear picture of the necessity
of developing a standardised procedure for the extraction, espe-
cially in terms of time and solvent, since they unambiguously affect
the chemical composition of the final CME, thus influencing the
pharmacological effect of the drug that is eventually dispensed
to the patients.

The complete characterisation of the chemical composition
CMEs represents a substantive challenge. In this context, an
untargeted metabolomic approach and a multi-group comparison
of the different extracts revealed significant variations of the ex-
tracted metabolites concentrations. The data obtained suggested
that the extraction procedure dramatically affects the chemical
composition of the CMEs. When dealing with medicinal cannabis,
which is intended for patients, it is important to know exactly the
chemical content and the amount of each constituent of the final
extract. A deeper investigation is certainly required to identify the
hundreds, if not thousands, of molecules comprised in the
cannabis phytocomplex. Indeed, our ongoing studies are devoted
to the identification of a greater number of interesting and phar-
macologically active molecules. The results presented herein

Phytochem. Anal. 2018, 29, 144-155
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suggested that, notwithstanding the use of a standardised starting
plant material, there is the urgent need to develop and standardise
an extraction protocol in order to produce every time a known
amount of cannabinoids and other bioactive molecules.

Acknowledgements

The authors are indebted to the pharmacist Dr Alfredo Tundo
(Farmacia Tundo Alfredo, Alliste (LE), Italy) for providing the
cannabis-based medicinal extracts and for his continued help
and valuable advice.

This research did not receive any specific grant from funding
agencies in the public, commercial, or not-for-profit sectors.

References

Ambach L, Penitschka F, Broillet A, Konig S, Weinmann W, Bernhard W.
2014. Simultaneous quantification of delta-9-THC, THC-acid A, CBN
and CBD in seized drugs using HPLC-DAD. Forensic Sci Int 243: 107-111.

Battisti UM, Citti C, Larini M, Ciccarella G, Stasiak N, Troisi L, Braghiroli D,
Parenti C, Zoli M, Cannazza G. 2016. “Heart-cut” bidimensional achiral-
chiral liquid chromatography applied to the evaluation of
stereoselective metabolism, in vivo biological activity and brain re-
sponse to chiral drug candidates targeting the central nervous system.
J Chromatogr A 1443: 152-161.

Blake DR, Robson P, Ho M, Jubb RW, McCabe CS. 2006. Preliminary assess-
ment of the efficacy, tolerability and safety of a cannabis-based medi-
cine (Sativex) in the treatment of pain caused by rheumatoid arthritis.
Rheumatology (Oxford) 45: 50-52.

Bolognini D, Rock EM, Cluny NL, Cascio MG, Limebeer CL, Duncan M,
Stott CG, Javid FA, Parker LA, Pertwee RG. 2013. Cannabidiolic acid
prevents vomiting in Suncus murinus and nausea-induced behaviour
in rats by enhancing 5-HT1A receptor activation. Br J Pharmacol 168:
1456-1470.

Borgelt LM, Franson KL, Nussbaum AM, Wang GS. 2013. The pharmacologic
and clinical effects of medical cannabis. Pharmacotherapy 33: 195-209.

Burstein SH. 1999. The cannabinoid acids: nonpsychoactive derivatives with
therapeutic potential. Pharmacol Ther 82: 87-96.

Cannazza G, Battisti UM, Carrozzo MM, Cazzato AS, Braghiroli D, Parenti C,
Troisi L. 2014. Development of an in vitro liquid chromatography-mass
spectrometry method to evaluate stereo and chemical stability of new
drug candidates employing immobilized artificial membrane column.
J Chromatogr A 1363: 216-225.

Cannazza G, Carrozzo MM, Cazzato AS, Bretis IM, Troisi L, Parenti C,
Braghiroli D, Guiducci S, Zoli M. 2012. Simultaneous measurement of
adenosine, dopamine, acetylcholine and 5-hydroxytryptamine in cere-
bral mice microdialysis samples by LC-ESI-MS/MS. J Pharm Biomed Anal
71:183-186.

Carrozzo MM, Battisti UM, Cannazza G, Puia G, Ravazzini F, Falchicchio A,
Perrone S, Citti C, Jozwiak K, Braghiroli D, Parenti C, Troisi L. 2014. De-
sign, stereoselective synthesis, configurational stability and biological
activity of  7-chloro-9-(furan-3-yl)-2,3,3a,4-tetrahydro-1H-benzole]
pyrrolo[2,1-c][1,2,4]thiad iazine 5,5-dioxide. Bioorg Med Chem 22:
4667-4676.

Carrozzo MM, Cannazza G, Pinetti D, Di Viesti V, Battisti U, Braghiroli D,
Parenti C, Baraldi M. 2010. Quantitative analysis of acetylcholine in rat
brain microdialysates by liquid chromatography coupled with
electrospray ionization tandem mass spectrometry. J Neurosci Methods
194: 87-93.

Carrozzo MM, Troaisi L, Cannazza G, Cazzato AS, Braghiroli D, Parenti C,
Guiducci S, Zoli M. 2012. An improved LC-S/MS method for the quanti-
tation of adenosine concentration in mice brain microdialysates.
J Pharm Biomed Anal 70: 563-566.

Chambers MC, Maclean B, Burke R, Amodei D, Ruderman DL, Neumann S,
Gatto L, Fischer B, Pratt B, Egertson J, Hoff K, Kessner D, Tasman N,
Shulman N, Frewen B, Baker TA, Brusniak M-Y, Paulse C, Creasy D,
Flashner L, Kani K, Moulding C, Seymour SL, Nuwaysir LM, Lefebvre B,
Kuhlmann F, Roark J, Rainer P, Detlev S, Hemenway T, Huhmer A,
Langridge J, Connolly B, Chadick T, Holly K, Eckels J, Deutsch EW, Moritz
RL, Katz JE, Agus DB, MacCoss M, Tabb DL, Mallick P. 2012. A cross-
platform toolkit for mass spectrometry and proteomics. Nat Biotech
30: 918-920.

Choi YH, Kim HK, Hazekamp A, Erkelens C, Lefeber AWM, Verpoorte R.
2004. Metabolomic differentiation of cannabis sativa cultivars using
TH NMR spectroscopy and principal component analysis. J Nat Prod
67: 953-957.

Citti C, Battisti UM, Cannazza G, Jozwiak K, Stasiak N, Puja G, Ravazzini F,
Ciccarella G, Braghiroli D, Parenti C, Troisi L, Zoli M. 2016a. 7-Chloro-5-
(furan-3-yl)-3-methyl-4H-benzole][1,2 Althiadiazine  1,1-dioxide  as
positive allosteric modulator of alpha-amino-3-hydroxy-5-methyl-4-
isoxazolepropionic acid (AMPA) receptor. The end of the
unsaturated-inactive paradigm? ACS Chem Neurosci 7: 149-160.

Citti C, Battisti UM, Ciccarella G, Maiorano V, Gigli G, Abbate S, Mazzeo G,
Castiglioni E, Longhi G, Cannazza G. 2016b. Analytical and preparative
enantioseparation and main chiroptical properties of iridium(lll)
bis(4,6-difluorophenylpyridinato)picolinato. J Chromatogr A 1467:
335-346.

Citti C, Ciccarella G, Braghiroli D, Parenti C, Vandelli MA, Cannazza G. 2016c.
Medicinal cannabis: Principal cannabinoids concentration and their
stability evaluated by a high performance liquid chromatography
coupled to diode array and quadrupole time of flight mass spectrome-
try method. J Pharm Biomed Anal 128: 201-209.

Colasanti BK. 1990. A comparison of the ocular and central effects of delta 9-
tetrahydrocannabinol and cannabigerol. J Ocul Pharmacol 6: 259-269.

DAC/NRF. 2015/2. Cannabidiol. http://dacnrf.pharmazeutische-zeitung.
de/index.php?id=557

De Backer B, Debrus B, Lebrun P, Theunis L, Dubois N, Decock L, Verstraete
A, Hubert P, Charlier C. 2009. Innovative development and validation
of an HPLC/DAD method for the qualitative and quantitative
determination of major cannabinoids in cannabis plant material.
J Chromatogr B Analyt Technol Biomed Life Sci 877: 4115-4124.

Dussy FE, Hamberg C, Luginbuhl M, Schwerzmann T, Briellmann TA. 2005.
Isolation of deltad-THCA-A from hemp and analytical aspects
concerning the determination of delta9-THC in cannabis products. Fo-
rensic Sci Int 149: 3-10.

Fischedick JT, Hazekamp A, Erkelens T, Choi YH, Verpoorte R. 2010. Meta-
bolic fingerprinting of Cannabis sativa L., cannabinoids and terpenoids
for chemotaxonomic and drug standardization purposes. Phytochemis-
try 71: 2058-2073.

Grotenhermen F, Muller-Vahl K. 2012. The therapeutic potential of cannabis
and cannabinoids. Dtsch Arztebl Int 109: 495-501.

Hazekamp A, Peltenburg A, Verpoorte R, Giroud C. 2005. Chromatographic
and spectroscopic data of cannabinoids from Cannabis sativa L. J Lig
Chromatogr Relat Technol 28: 2361-2382.

Huestis MA, Henningfield JE, Cone EJ. 1992. Blood cannabinoids. I.
Absorption of THC and formation of 11-OH-THC and THCCOOH during
and after smoking marijuana. J Anal Toxicol 16: 276-282.

Koppel BS, Brust JCM, Fife T, Bronstein J, Youssof S, Gronseth G, Gloss D.
2014. Systematic review: Efficacy and safety of medical marijuana in
selected neurologic disorders: Report of the Guideline Development
Subcommittee of the American Academy of Neurology. Neurology 82:
1556-1563.

Ligresti A, Moriello AS, Starowicz K, Matias |, Pisanti S, De Petrocellis L,
Laezza C, Portella G, Bifulco M, Di Marzo V. 2006. Antitumor activity of
plant cannabinoids with emphasis on the effect of cannabidiol on hu-
man breast carcinoma. J Pharmacol Exp Ther 318: 1375-1387.

Marti G, Schnee S, Andrey Y, Simoes-Pires C, Carrupt PA, Wolfender JL,
Gindro K. 2014. Study of leaf metabolome modifications induced by
UV-C radiations in representative Vitis, Cissus and Cannabis species by
LC-MS based metabolomics and antioxidant assays. Molecules 19:
14004-14021.

McPartland JM, Russo EB. 2001. Cannabis and cannabis extracts. J Cannabis
Ther 1: 103-132.

Moreno-Sanz G. 2016. Can you pass the acid test? Critical review and novel
therapeutic perspectives of A9-tetrahydrocannabinolic acid A. Cannabis
Cannabinoid Res 1: 124-130.

Pacifici R, Marchei E, Salvatore F, Guandalini L, Busardo FP, Pichini S. 2017.
Evaluation of cannabinoids concentration and stability in standardized
preparations of cannabis tea and cannabis oil by ultra-high perfor-
mance liquid chromatography tandem mass spectrometry. Clin Chem
Lab Med 55(10): 1555-1563. https://doi.org/10.1515/cclm-2016-1060.

Peschel W, Politi M. 2015. TH NMR and HPLC/DAD for Cannabis sativa L.
chemotype distinction, extract profiling and specification. Talanta
140: 150-165.

Peters M, Kogan NM. 2007. HU-331: A cannabinoid quinone, with
uncommon cytotoxic properties and low toxicity. Expert Opin Investig
Drugs 16: 1405-1413.

wileyonlinelibrary.com/journal/pca

Copyright © 2017 John Wiley & Sons, Ltd.

Phytochem. Anal. 2018, 29, 144-155


http://dacnrf.pharmazeutische-zeitung.de/index.php?id=557
http://dacnrf.pharmazeutische-zeitung.de/index.php?id=557
https://doi.org/10.1515/cclm-2016-1060

Metabolomics for the evaluation of cannabis medicinal extracts

Phytochemical
Analysis

Rhodes D, Hanson AD. 1993. Quaternary ammonium and tertiary sulfonium
compounds in higher plants. Annu Rev Plant Physiol Plant Mol Biol 44:
357-384.

Romano LL, Hazekamp A. 2013. Cannabis oil chemical evaluation of an
upcoming cannabis-based medicine. Can Underwrit 1: 1-11.

Russo EB. 2008. Cannabinoids in the management of difficult to treat pain.
Ther Clin Risk Manag 4: 245-259.

Russo EB, McPartland JM. 2003. Cannabis is more than simply delta(9)-tetra-
hydrocannabinol. Psychopharmacology 165: 431-432 author reply
433-434,

Stolker AAM, Van Schoonhoven J, De Vries AJ, Bobeldijk-Pastorova |, Vaes
WHJ, Van Den Berg R. 2004. Determination of cannabinoids in cannabis
products using liquid chromatography-ion trap mass spectrometry.
J Chromatogr A 1058: 143-151.

Sumner LW, Mendes P, Dixon RA. 2003. Plant metabolomics: Large-scale
phytochemistry in the functional genomics era. Phytochemistry 62:
817-836.

Taschwer M, Schmid MG. 2015. Determination of the relative percentage
distribution of THCA and delta(9)-THC in herbal cannabis seized in
Austria — impact of different storage temperatures on stability. Forensic
Sci Int 254: 167-171.

Tautenhahn R, Patti GJ, Rinehart D, Siuzdak G. 2012. XCMS online: A web-
based platform to process untargeted metabolomic data. Anal Chem
84: 5035-5039.

Wang M, Wang Y-H, Avula B, Radwan MM, Wanas AS, Van Antwerp J,
Parcher JF, EISohly MA, Khan IA. 2016. Decarboxylation study of acidic
cannabinoids: A novel approach using ultra-high-performance

supercritical fluid chromatography/photodiode array-mass spectrome-
try. Cannabis Cannabinoid Res 1: 262-271.

Whiting PF, Wolff RF, Deshpande S, Di Nisio M, Duffy S, Hernandez AV,
Keurentjes JC, Lang S, Misso K, Ryder S, Schmidlkofer S, Westwood M,
Kleijnen J. 2015. Cannabinoids for medical use: A systematic review
and meta-analysis. JAMA 313: 2456-2473.

Xia J, Sinelnikov IV, Han B, Wishart DS. 2015. MetaboAnalyst 3.0 — making
metabolomics more meaningful. Nucleic Acids Res 43: W251-W257.
Yamauchi SY, Aramaki H, Azuma T, Nishioka I. 1967. Tetrahydrocannabinolic
acid, a genuine substance of tetrahydrocannabinol. Chem Pharm Bull

15.

Zhou J, Chan L, Zhou S. 2012. Trigonelline: a plant alkaloid with therapeutic
potential for diabetes and central nervous system disease. Curr Med
Chem 19: 3523-3531.

Zhu Z-J, Schultz AW, Wang J, Johnson CH, Yannone SM, Patti GJ, Siuzdak G.
2013. Liquid chromatography quadrupole time-of-flight mass spec-
trometry characterization of metabolites guided by the METLIN data-
base. Nat Protocols 8: 451-460.

Supporting information

Additional Supporting Information may be found online in the
supporting information tab for this article.

Phytochem. Anal. 2018, 29, 144-155

Copyright © 2017 John Wiley & Sons, Ltd.

wileyonlinelibrary.com/journal/pca




