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Nineteen N-benzyl linoleamide analogues (macamide from
Tropaeolum tuberosum) were synthesised, modifying the molec-
ular structure (benzyl position, aromatic ring and carbonyl
group). The structures were confirmed using nuclear magnetic
resonance and mass spectrometry techniques. Cell viability and
anti-inflammatory activity of these compounds were evaluated
in three brain cell lines (C8-D1 A, Neuro-2a, and EOC 13.31).
Regarding the effect on NF-xB, several analogues had better
inhibition potential than their natural precursor (N-benzyl
linoleamide), being the N-(1-(3,5-dimethyl-a-methylbenzyl)-

1. Introduction

Migraine is a common disabling neurovascular disorder,
affecting approximately 10-15% of the general population.”
Migraine attacks are characterised by recurrent, intense,
throbbing and unilateral headaches.” Clinical studies have
shown that inflammation is one of the three mechanisms
involved in migraine pathogenesis.”! These studies have
concluded that the levels of cytokines in plasma, serum and/or
urine are overexpressed in individuals with this condition.”!
Among the cytokines which are overexpressed in the
inflammation process, NF-kB (nuclear factor kappa-light-chain-
enhancer activated B-cells) has an important role in iNOS
(inducible nitric oxide synthase) and the control of the
transcription of acute phase proteins, which include IL-1
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linolethiamide the most active, with ICs, values of 0.01+0.01,
0.01+0.01 and 0.02+0.01 pM, respectively. Finally, all ana-
logues activated Nrf2, with the same compound being the
most active, presenting ECs, values of 0.03+0.01, 0.07 £0.01
and 0.1140.02 nM, respectively. Analysing the link between
chemical structure and pharmacological activity, our study
shows that the changes made to N-benzyl linoleamide lead us
to obtaining an analogue with greater anti-inflammatory
activity than its precursor and with potential for the treatment
of migraine.

(interleukin 1B), IL-6 (interleukin 6) and TNF-a (tumour necrosis
factor-a). NF-kB shows a stimulating effect on adhesion
molecules and antioxidant enzymes involved in inflammation.”!
Thus, NF-kB is a key target for the research on design of new
anti-inflammatory drugs.

On the other hand, several studies have shown that the
nuclear factor erythroid 2-related factor 2 (Nrf2) enzyme exerts
a stimulating effect on heme oxygenase 1 (HO-1) and its
metabolites that have important anti-inflammatory effects. In
this sense, the elevation of the HO-1 expression leads to the
inhibition of the NF-xB signalling results, which in turn has an
impact on inflammatory responses.”

Moreover, both Nrf2 and NF-«xB are regulated by sensitive
redox factors, and the absence of Nrf2 is associated with an
increase in oxidative and nitrosative stress, increasing the NF-
kB production.” Thus, the search for drugs that interact with
the Nrf2 signalling pathway and, as a consequence, lead to
detoxification through the modulation of the NF-«xB signalling
pathways is an option for the treatment of migraine.

In this context, herbal remedies have long been used as an
alternative in the prophylaxis and treatment of migraine
disorders.”’ In our study, we used Tropaeolum tuberosum Ruiz &
Pavén (Tropaeolaceae), a native species from the Peruvian-
Bolivian plateau, which can also be found in other South
American countries, from Venezuela to northern Argentina. It
grows at levels between 1500-4300 meters and at annual
mean temperatures between 8-11°C” Known as Mashua, it
has different traditional medicinal uses. Our interest in studying
this species relates to the use of its cooked tubers to treat

© 2020 Wiley-VCH GmbH


http://orcid.org/0000-0002-7135-3909
https://doi.org/10.1002/slct.202003062
http://crossmark.crossref.org/dialog/?doi=10.1002%2Fslct.202003062&domain=pdf&date_stamp=2020-10-12

Chemistry
Europe

European Chemical
Societies Publishing

Full Papers

ChemistrySelect doi.org/10.1002/slct.202003062

soroche (from Quechua surugchi or suruqch’)."” Soroche,
known as acute mountain sickness (AMS), is a disease that
causes weakness, tiredness and, most importantly, a headache
similar to migraine."""'?

While its traditional use relates this plant species to treating
headaches, recent pharmacological studies have reported that
T. tuberosum tubers have antioxidant™ and anti-inflammatory
activities.'"" The compounds related to the anti-inflammatory
activity of T. tuberosum have been reported as having a
macamide structure (Figure 1). N-benzyl linoleamide is the
most important, showing a higher anti-inflammatory activity
when compared to other macamides."” Likewise, it has been
indicated that this macamide is found in a higher proportion in
relation to the other macamides which were isolated from the
T. tuberosum tubers.'!

The objective of the present work is to synthesise different
N-benzyl linoleamide analogues for the treatment of migraine
(anti-inflammatory activity), making modifications to the char-
acteristic fragments of the N-benzyl linoleamide. For this study,
we first determined the viability of N-benzyl linoleamide
analogues in different brain cell lines. Subsequently, we
measured the inhibition levels of the NF-kB cytokine, since its
overproduction after an inflammatory process contributes to
the pathogenesis of the migraine. Finally, we measured the
activation levels of Nrf2, since it has an important role in
inflammatory damage by regulating the proinflammatory
cytokines (NF-«B)."”

For this analysis, we have taken into account the cells of
the central nervous system involved in the pathological process
of migraine, using the C8-D1 A (Astrocyte), Neuro-2a (Neuro-
blast) and EOC 13.31 (Microglia) cell lines. Likewise, the THP-1
cell line (Human Peripheral Blood Monocyte) was used as a
negative control.

2. Results and discussion

Concerning the biosynthetic pathway of the N-benzyl linolea-
mide, it is generated as a result of three steps: first, the benzyl
glucosinolate is hydrolysed by the myrosinase enzyme to
produce benzyl isothiocyanate, which is then transformed in
benzylamine; second, the lipids from the cell membrane and
storage cells are hydrolysed into free fatty acids, and more
specifically, linoleic acid; and third, the macamide is obtained
through an amidation reaction between a benzylamine mole-
cule and a linoleic acid molecule " However, during this
process, other types of products (ester and thioester) can be
formed, originating from the glucosinolates hydrolysis
process."” Figure 2 shows the biosynthesis of N-benzyl linolea-

mide and the ester and thioester type products. This type of
products has not been described by previous authors working
on T. tuberosum. Thus, we decided to analyse these compounds
in order to determine if they have pharmacological potential
for migraine treatment.

Analysing the molecular structure of N-benzyl linoleamide,
we can differentiate three characteristic fragments (Figure 3):
the fatty acid chain, the amide bond and the aromatic ring,
which can be modified in a modular way to generate a series
of analogues with better anti-inflammatory properties.

Regarding the isolated macamides from Tropaeolum tuber-
osum, previous studies have concluded that N-benzyl oleamide
and N-benzyl linoleamide (Figure 1) inhibit the NF-xB activa-
tion, with IC;, values of 6.5+0.75; 7.74+0.19 and 837+
0.09 uM (N-benzyl oleamide), and 2.28 +0.54; 3.66 +0.34 and
4.48+£0.29 uM (N-benzyl linoleamide) in the CCD-1109Sk, MRC-
5 and RWPE-1 cell lines, respectively.™ The difference in
pharmacological activity between N-benzyl oleamide and N-
benzyl linoleamide is due to the different number of double
bonds of the fatty acid chain*"77'® being the N-benzyl
linoleamide more active because of the additional double
bond. This is because, as shown by mechanistic studies, the
increase of double bonds in polyunsaturated fatty acids
(PUFAs) leads to an increased activity in specific inflammatory
disorders, through the interaction with the signalling pathway
of JAK-STAT3 (Janus kinases/signal transducer and activator of
transcription 3).1"?

By performing a computational prediction of N-benzyl
linoleamide with the SwissTargetPrediction program, we
observed that this macamide exhibits increased molecule-
protein interaction with cannabinoid receptors (CB1 and CB2).
This result is coherent since N-benzyl linoleamide has an
endocannabinoid type structure. This type of compounds
inhibits fatty acid amide hydrolase (FAAH), which is the
responsible for the degradation of endogenous endocannabi-
noids (anandamide), generating inflammation, pain and various
disorders in the central nervous system.”*?" The main charac-
teristic of these endocannabinoids is their long chain of
polyunsaturated fatty acids (arachidonic acid) derived from
membrane phospholipids.”>** In this sense, the fatty acid
chain of N-benzyl linoleamide is very important for NF-kB
inhibition and Nrf2 activation.

Therefore, we proceeded by modifying the amide bond
and the aromatic ring of the N-benzyl linoleamide. N-benzyl
linoleamide was synthesised from linoleoyl chloride and
benzylamine (Scheme 1), that we used as a reference whose
pharmacological activity was compared with that of the differ-
ent analogues.
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N-benzyl oleamide

Figure 1. Macamides isolated from T. tuberosum tubers.
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Figure 2. Biosynthetic scheme for N-benzyl linoleamide and other products.

Tubers of
Tropaeolum tuberosum

o -

Benzyl thiocyanate

l Thioester formation

gom @SLMK

Benzyl linolethioate

O Influence of the aromatic ring
D Influence of the amide bond

Influence of the fatty acid chain

Figure 3. General structure of the N-benzyl linoleamide and the positions which were explored in this study.

Scheme 1. Synthesis of the N-benzyl linoleamide.

Subsequently, we proceeded to analyse how the hydrogen
of the amide of the N-benzyl linoleamide influences the
pharmacological activity, synthesising its analogues: nitrogen-
methylated (1), benzyl ester (2) and benzyl thioester (3)
(Scheme 2).

Analysing the viability assay (XTT), we observed that
analogues 1, 2 and 3 showed a decrease in cell viability when
compared to the N-benzyl linoleamide that showed a CCg,
between 90.11-93.48 uM (statistically significant, ***p <0.001).
This decrease is partially due to the higher lipophilic capacity
(cLogP, n-octanol/water partition coefficients) of these ana-
logues compared to the N-benzyl linoleamide (Table 1).
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Regarding the inhibition of the production of NF-kB, data
revealed that the tertiary amide analogue 1 showed an ICs,
between 6-11.16 uM which is similar to N-benzyl linoleamide
that showed an IC;, between 8.39-11.71 uM (statistically
insignificant, "p>0.999). This is due to the lipophilic capacity
of analogue 1 (8.11) which is similar to the lipophilic capacity
of N-benzyl linoleamide (7.96). In the case of the substitution of
NH from the amide bond by other heteroatoms such as oxygen
and sulfur, analogues 2 and 3 had a statistically significant
higher NF-xB inhibition potential than N-benzyl linoleamide
(***p < 0.001), and analogue 3 had a better IC;, than analogue
2, between 3.8-7.05 uM (Table 2).
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Scheme 2. Synthesis of N-benzyl linoleamide analogues 1-3.

In the Nrf2 activation assay, analogue 1 had an ECs,
between 27.25-38.58 nM, that is statically similar ("p>0.999)
to N-benzyl linoleamide, with an EC,, between 34.66-44.33 nM.
Concerning analogues 2 and 3, they showed a higher activation
of Nrf2 (statistically significant, ***p < 0.001), analogue 3 being
better, with an EC;, between 17.91-28.08 nM. Thus, the
lipophilic capacity of the analogues influences their ability to
activate Nrf2 (Table 3).

Reviewing previous works on these analogues (1-3), we
found that previous authors have obtained analogue 1
synthetically and have concluded that it can be used for the
reduction of blood cholesterol concentration.”® Regarding
analogue 2, it was isolated from plant species such as Albizia
procera”” Aloe vera,”® Laurencia brandenii®® and Trigonella
foenum grecum,®” showing antimicrobial activity. Finally, there
is no report concerning analogue 3 (its isolation, chemical
synthesis or pharmacological activity).

Analysing our results, we can conclude that, although the
substitution of the NH group from the amido bond of N-benzyl
linoleamide by other groups or heteroatoms improves the anti-
inflammatory activity (inhibition of NF-xB and activation of
Nrf2), these substitutions cause also a decrease in cell viability
both in the brain cell lines and the control cell line (THP-1).
Therefore, we decided to proceed by carrying out the
modifications in the aromatic ring.

Regarding the influence of the benzyl fragment on the N-
benzyl linoleamide, linoleoyl chloride was reacted with the
amines hydrocinanamylamine (n=3), phenethylamine (n=2)
and aniline (n=0) (Scheme 3).

Through the XTT assay, it was determined that analogues 4
and 5 decreased the viability of brain cell lines when compared
to N-benzyl linoleamide (***p<0.001), showing CCs, values
between 47.79-56.81 uM and 58.85-65.22 uM, respectively.
Only analogue 6, with a CCs, between 90.03-94.1 uM, did not
show cytotoxicity when compared to the N-benzyl linoleamide
("p>0.999) (Table 1).

Regarding the anti-inflammatory activity, it was observed in
the case of analogue 4 that the introduction of a propyl linker

causes a statistically significant (***p <0.001) increase in the
inhibition of NF-kB production when compared to the N-benzyl
linoleamide, showing an ICs, between 3.3-4.87 uM (Table 2).
Likewise, analogue 4 generated a higher activation of Nrf2 than
N-benzyl linoleamide (***p <0.001), showing an ECs, between
15.95-21.7 nM (Table 3).

However, when an ethyl linker (analogue 5) was introduced,
a decrease in the inhibition of NF-kB production was observed,
with 1Cs, values between 8.3-10.19 uM and a decrease in the
Nrf2 activation with ECg, values between 32.19-38.34 nM
(statistically significant, ***p <0.001 when compared to ana-
logue 4), but these activities were similar to that of N-benzyl
linoleamide (there is no statistically significant difference, "p >
0.999) (Table2 and 3). Finally, when aniline was used as a
precursor to form analogue 6, a drastic decrease in pharmaco-
logical activity was observed, showing ICs;, values between
16.59-19.49 uM (inhibition of NF-xB) and EC, values between
52.35-63.55 nM (activation of Nrf2) (statistically significant,
**%*p <0.001, when compared to the N-benzyl linoleamide)
(Tables 2 and 3).

Analysing the n-octanol/water partition coefficients (cLogP)
of the analogues 4-6, a relationship between lipophilicity and
pharmacological activity was observed, since as lipophilicity
increases there is an improvement in the pharmacological
activity.”" In this sense, analogue 4 with a lipophilic capacity of
8.6 showed a higher activity compared to the other analogues.
Also, the increase in activity can be justified by the electronic
distribution, in which nitrogen, being a strong activator,
modifies the electronic distribution of the aromatic ring and,
consequently, its interaction.®?

Reviewing previous works on these analogues (4-6), we
found that analogues 4 and 5 were synthesised by previous
authors, showing inhibitory activity in vitro against the MCF-7
breast cancer cells.*” Regarding analogue 6, there are reports
on its relationship with the toxic oil syndrome (in 1981, in
Spain, there was a multisystemic epidemic outbreak caused by
the ingestion of a mixture of denatured cooking oil with
aniline).

n=0,2,3 n=0,2,3 O
O
W@/ + @NHZ ek n NJ\G’)/;/:\W
— — H 7 4
cl : 4 CHyCl,
0°C-r.t. 4-6
Scheme 3. Synthesis of N-benzyl linoleamide analogues 4-6.
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Table 1. Viability of the different cell lines after treatment with synthetic N-benzyl linoleamide analogues. g!_i

N° Structure Viability (CCso pM)° cLogP®  Yield (%) %
THP-1 C8-D1A Neuro-2a EOC 13.31 ES

B

- Untreated cells 99.46+£0.39 95.88£0.77 97.56+£0.58 98.85£045 - - %
H 3.

- :

NH O° 0 .8

Actinomycin D° o w9 j; NE 0.0083-£0.00047 0.0080+0.00067 0.0082-£0.00059 0.0085+£0.00054 —4.03 - s
HN_O O 5 N 3

HN N \""EOLH ‘O—N : %

POS o%IN z

g

i :

A g HW 95.074+0.28 90.1140.12 91.8840.89 93.4840.88 796 50 g
1S)

g

1 @T&Mﬁ 85.174£0.15 72524062 73.73+£0.90 76.30-:0.80 8.11 65 g
@

2

o g

c

2 OM 83.52+093 66.79+0.72 67.5140.74 69.3140.20 810 80 H
é

2 g

S — k=4

3 gsw 72724013 55924062 58.38+0.75 59.39+0.93 817 76 %
g

o g

4 Wuw 69.81+0.27 47.79+0.84 52274079 56.8140.19 860 78 ‘2
E

0 9

5 @ANWW 78.49+0.62 58.85+0.48 59.56+0.63 65.22+0.55 828 70 g
H 7 4 g

g

0 3

6 @NMA/:\W 96.72+£0.58 90.03+£0.33 90.70£0.57 94.10£0.93 782 73 g
H 7 4 E

o 8

7 ”M 95.41+0.08 90.36+0.39 91.80+0.61 93.86+0.49 820 73 i:f
3

3

i :

8 NM 76.71+0.68 58.90-+0.13 59.51+0.53 64.90+£0.23 833 80 g
=3

2

0 2

— — g

9 NM 79.17+0.93 62.524+0.92 63.47+£0.39 67.81+0.58 8.29 69 5
2

OH g

o] 3

H

10 N&M/ 99.65+0.85 91.1240.50 91.91+0.42 98.27+0.80 7.29 77 2
H 7 4 %

2 :

11 Hw 93.86+0.33 80.700.27 83714039 85.82:0.94 820 77 2
[=}

g

12 ”J\H;;/:\H; 94.59£0.07 86.23+£0.18 86.46 £ 0.85 87.73+£0.59 831 77 z
k3

o e

:

13 ”&?7/:\/:\9: 99.95+£0.28 87.80-£0.82 88.27+£0.38 88.97 £0.67 831 80 &
.

= &

14 /@J\ ”M 98.41+0.25 80.23+0.19 82174021 84.01£0.85 800 69 2
HO °

9 2

N&,}/:\/:\H/ &

15 H 7 4 96274051 78.30+0.63 81.65+£048 83.66:0.18 814 83 2
o e

| :

o

2

g

2

g

ChemistrySelect 2020, 5, 1182511836 Wiley Online Library 11829 © 2020 Wiley-VCH GmbH 3
%

g

3

g

c

8



Chemistry

Full Papers Europe -
ChemistrySelect doi.org/10.1002/s1ct.202003062 Soueties Publahing
Table 1. continued
N° Structure Viability (CCso pM)° cLogP®  Yield (%)
THP-1 C8-D1A Neuro-2a EOC 13.31
o]
16 ﬁﬂm 66.69+0.61 48.814+0.18 52.40+0.42 58.20£0.15 8.52 73
o)
Ag——ur
17 \@)\H 7 4 94.89+0.38 83.30+£0.42 83.45+0.20 85.70+£0.21 8.50 75
S
18 @J\”w 99.38£0.91 88.26+0.63 90.45+0.16 93.70+£0.32 8.31 99
s
==
19 \Q)\H 7 4 92.81+0.38 83.17+£0.66 83.78+£0.15 85.38+0.73 8.75 93
a=Actinomycin D (positive control). b=CCs,: cytotoxicity concentration 50%. b=values of cLogP were calculated by DataWarrior.*® The results are the
means (4 SD) of three separate experiments performed in triplicate. Significant diff. among means (***p < 0.001)/Tukey’s multiple comparisons test.

Analysing these previous references on the results of this
group of analogues (4-6), we decided to discard them for
future trials, since although analogue 4 showed higher
pharmacological activity (inhibition of NF-xB and activation of
Nrf2), it also showed higher cytotoxicity (statistically significant,
***p <0.001). Regarding analogue 5, the exchange of the
methyl linker of the N-benzyl linoleamide by an ethyl linker did
not show a significant change in the pharmacological activity
(inhibition of NF-kB and activation of Nrf2), therefore it was
ruled out. Finally, although analogue 6 did not decrease cell
viability, the reports on its toxicity and the data obtained in our
own experiments (inhibition of NF-kB and activation of Nrf2)
led us to the conclusion to discard it from further experiments.

Subsequently, we analysed the influence of introducing a
methyl group (analogue 7), gem-dimethyl group (analogue 8),
an ethyl group (analogue 9) and a hydroxyethyl group
(analogue 10) in the benzyl position of the N-benzyl linolea-
mide. Table 1 shows that only analogues 8 and 9 decreased
viability, with 1C;, of 58.9-649uM and 62.52-67.81 uM,
respectively (statistically significant, ***p <0.001, when com-
pared to the N-benzyl linoleamide). This effect is due to the
lipophilic capacity of these analogues, which is similar for
analogue 8 (8.33) and analogue 9 (8.29).

Analogues 7, 8 and 9 showed similar pharmacological
activity (no statistically significant difference, "p >0.999), with
ICs, values of 4.1-7.27 uM; 3.45-7.18 uM and 3.74-7.19 uM,
respectively, for the inhibition of NF-kB, and ECs, values of
18.95-27.48 nM; 16.68-24.38 nM and 17.26-25.33 nM, respec-
tively, for the activation of Nrf2. Finally, although analogue 10
did not show cytotoxicity in any of the brain cell lines (CCs,
values between 91.12-98.27 uM), it was the molecule with the
worst pharmacological activity, with 1Cs, values between 33.63-
41.95 uM (inhibition of NF-kB) and ECg, values between 69.86—
84.8 nM (Table 2 and 3).

Analysing this group of analogues, we observed that the
introduction of a methyl group in the benzyl position of the N-

ChemistrySelect 2020, 5, 11825-11836 Wiley Online Library
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benzyl linoleamide improved significantly the pharmacological
activity and did not decrease cell viability. This result helped us
to conclude that the geometric distribution of analogue 7 has
an important influence on anti-inflammatory activity (NF-xB
inhibition and Nrf2 activation). This is because by introducing a
methyl group in the benzyl methylene bridge, a stereocenter is
generated that can give rise to two enantiomers, with
relevance in pharmacomodulation, due to the specificity of
pharmacological targets towards a specific enantiomer or
towards the combination of both enantiomers.”** In our case,
there are studies that indicate that the S enantiomer of
analogue 7 showed better anti-tuberculosis activity through
the inhibition of Mycobacterium tuberculosis (statistically signifi-
cant) compared to its R enantiomer.® Likewise, the generation
of stereocenters was also observed in analogues 8, 9 and 10,
however there are no reports on the isolation, synthesis or
activity of analogue 8. Regarding analogue 9, previous authors
mentioned that it has cholesterol-lowering activity, but it is not
confirmed whether this activity is provided by one of the
enantiomers or the mixture of both.*” Finally, concerning
analogue 10, previous researchers mentioned that its S
enantiomer showed activity in the treatment of obesity and
related disorders, and in the improvement of cognition.””
Analysing these data, we can conclude that the S enantiomers
of our analogues, and especially of analogue 7, are responsible
for their pharmacological activity.

Based on these results, we decided to analyse how the
introduction of a methyl group (electron donating groups,
EDG)“** in the ortho (11), meta (12) and para (13) positions in
the aromatic ring of the analogue 7 influences the pharmaco-
logical activity. Our results show that the substitutions in the
meta (analogue 12) and para (analogue 13) positions with the
methyl group led to a slight decrease in cell viability, showing
CCs, values between 86.23-87.73 uyM and 87.8-88.97 uM,
respectively ( not significant statistically when compared to
analogue 7, ™®p>0.999) (Table 1). Regarding analogue 11, it
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Table 2. Inhibition of NF-kB production in different cell lines after treatment with synthetic N-benzyl linoleamide analogues.
N° Structure NF-«B inhibition (ICg, tM)® cLogP® Yield (%)
THP-1 C8-D1 A Neuro-2a EOC 13.31
- Untreated cells 19.82+£0.29 18.19+£0.98 19.36+£0.26 19.54+0.73 - -
Celastrol® 7.4740.23 7.36+£0.34 7.3940.51 7.4140.11 7.08 -
A 12514058 8394073 8.80+0.77 11714059 7.96 50
1 13.63+0.32 6.00-+£0.66 6.24+£0.92 11.16+0.49 8.11 65
2 11.60-+0.53 5754063 5.95+0.86 9.04+0.35 8.10 80
3 ©ﬁs)%/:\(\%/ 8.4940.06 3.8040.07 4194005 7.05+0.90 8.17 76
4 WNW 54340.90 33040.13 3554035 4874051 8.60 78
YU
5 N)kg/a/:\ﬁ/ 12.36+0.36 8.30-£0.46 8.47+0.20 10.19+£0.56 8.28 70
H
o
6 NJKH/:\/:H/ 25.61+0.76 16.59+0.28 16.72+0.78 19.49+0.71 7.82 73
H
o
7 ”)WV 9.61+0.28 4104077 450+0.36 7274077 8.20 73
(o]
8 HW:\/:\Q/ 8.98+0.37 3.45+0.59 3514020 7.18+0.93 833 80
o
9 ”J\H/a/:\ﬁ/ 9.24+0.81 3.74+0.69 3.80+£0.99 7.19+£0.64 8.29 69
OHg
10 ”M/:\/:W 45.65+0.12 33.63+045 34334078 41.95+0.66 7.29 77
o)
11 HW;/:@/ 0.46+0.02 0.23+0.06 0.24+0.05 0.39+0.05 8.20 77
o
12 u)j\(\%/w 0.41+0.01 0.10+0.02 0.16+0.05 0.3140.01 831 77
(o]
13 /@uw 0.3540.03 0.134£0.02 0.1940.08 0.27£0.09 831 80
14 @A HJ\H/W:\W 1.16+0.05 0.49+0.05 0.53+0.04 0.80+0.03 8.00 69
HO
(o]
NMW
15 /@J\H 0.69-0.04 0.38+£0.39 0.45+0.07 0.61£0.05 8.14 83
O
|
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Table 2. continued

NF-B inhibition (ICs, uM)° cLogP*
THP-1 C8-D1 A Neuro-2a EOC 1331

(6]
16 (@J\H 7 4 0.30+0.02 0.09£0.05 0.13£0.09 0.17+£0.02 8.52 73

N° Structure Yield (%)

0.264+0.05 0.07+0.01 0.11+0.03 0.17£0.05 8.50 73

0.0940.01 0.03+0.01 0.04+0.01 0.04+0.001 8.31 929

0.08£0.01

0.01£0.01

0.01£0.01 0.02+£0.01 8.75 93

a=Celastrol (positive control). b =1Cs,: half maximal inhibitory concentration. c=values of cLogP were calculated by DataWarrior.
(£SD) of three separate experiments performed in triplicate. Significant diff. among means (***p <0.001)/Tukey’s multiple comparisons test.

153 The results are the means

showed a statistically significant decrease in cell viability
compared to analogue 7 (***p <0.001), with a CCy, between
80.7-85.82 uM (Table 1).

Concerning pharmacological activity, analogues 11, 12 and
13 showed an IC5, between 0.23-0.39 uM; 0.1-0.31 uM and
0.13-0.27 uM, respectively (inhibition of NF-kB production) and
an EC;, between 1.48-1.76 nM; 0.41-0.74 nM and 0.47-0.76 nM,
respectively (Nrf2 activation). In both cases, the results were
statistically significant compared to analogue 7 (***p <0.001)
(Table 2 and 3).

Performing a review of previous work on these analogues,
we found that analogues 11, 12, and 13 were reported as
having cholesterol-lowering activity.*" However, it is unknown
whether this activity is provided by one of the enantiomers or
the mixture of both.

Based on our results, we decided to make substitutions
with strong and moderate EDG*" in the para position (to
prevent the steric effect), obtaining analogues 14 and 15. The
introduction of strong (—OH) and moderate (—OCH,;) EDG
showed a statistically significant decrease in cell viability
(***p < 0.001, compared to analogue 13), with CCy, values
between 80.23-84.01 pM and 78.3-83.66 uM, respectively (Ta-
ble 1). Likewise, a decrease happened in the pharmacological
activity of analogues 14 and 15 (statistically significant, ***p <
0.001, when compared to analogue 13), showing IC, values
between 0.49-0.8 uM and 0.38-0.61 uM (inhibition of NF-xB
production) and ECs, values between 2.59-2.72 nM and 1.03-
1.6 nM (Nrf2 activation) (Table 2 and 3).

To corroborate whether weak EDG are better substituents
than strong EDG, we introduced an ethyl group (weak EDG) in
the para position (analogue 16), that allowed us to observe the
effects on cell viability and pharmacological activity. The results
show that analogue 16 decreases cell viability, showing CCs,
values between 48.81-58.2 uM (statistically significant, ***p <
0.001, when compared to analogue 13) (Table 1). This effect is

ChemistrySelect 2020, 5, 11825-11836 Wiley Online Library

due to the fact that analogue 16 has a higher lipophilic
capacity (8.52) than the analogue 13 (8.31). However, concern-
ing pharmacological activity, an improvement was observed in
the inhibition of NF-kB production with ICs, values between
0.09-0.17 uM and in the activation of Nrf2 with ECs, values
between 0.15-0.19 nM (statistically significant, ***p < 0.001,
when compared to analogue 13) (Table 2 and 3).

There are no previous reports on the isolation of analogues
14, 15 and 16 that would allow us to compare our results with
those obtained by previous researchers.

Based on these results, we decided to study the effect of di-
substitution starting from the structural analysis of the natural
N-oleoyldopamine macamides isolated from the T. tuberosum
tubers. This macamide inhibited the TNF-a cytokine in THP-1
cells stimulated by lipopolysaccharides, with an ICg, of 3.54+
0.02 uM, through down-regulation of NF-xB."” Analysing the
structure of this macamide, we observe that it has -OH
substituents in the meta and para positions of the aromatic
ring (Figure 1). In this sense, based on our results on the weak
EDG substituents and the information on the natural N-
oleoyldopamine macamide, we synthesised analogue 17
(which presents methyl groups in the meta and para positions
in the aromatic ring).

The results from the cell viability tests showed that there is
no statistically significant difference (“p>0.999) between
analogue 17 (CCs, between 83.3-85.7 uM) and analogue 13
(Table 1). In relation to the anti-inflammatory activity (inhibition
of NF-kB and activation of Nrf2), analogue 17 showed a
statistically significant difference (***p <0.001, compared to
analogue 13). This effect is due to the fact that the lipophilic
capacity of analogue 17 (8.5) is higher than that of analogue 13
(8.31) (Table 2 and 3). This cannot be compared to previous
works because there is no prior report on analogue 17.

Finally, the next step was to analyse the importance of the
acyl group for the pharmacological activity. We decided to

11832 © 2020 Wiley-VCH GmbH
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Table 3. Activation of Nrf2 in different cell lines after treatment with synthetic N-benzyl linoleamide analogues. g!_i

3 Nrf2 activation (ECs, nM)° i ) . %
N Structure THP-1 c8-D1A Neuro-2a EOC 13.31 clogP®  Yield (%) 3
B

- Untreated cells 1.94+0.28 1174054 157+0.11 1.59+0.40 - - g
g

3

o

2

CDDO Methyl Ester* 0.13+0.02 0.11+0.02 0.11+0.01 0.12+0.03 6.22 - g
g

g

g

2

8

A 55174069  3466+096  3524+061  4433+056  7.96 50 S
5

g

>

—— — a

1 @ATW 47.83+£051  27.25£0.13  27.5040.12  3858+075 811 65 5
g

0 g

2 ©AOJ\9;:\/:\9; 4218+067  21.83+£009  2545+£002  3323+067 810 80 s
]

o s

o

— — 3

3 @sw 36404073 17914094  1858+098 28084079 817 76 S
8

o g

<

= — g

4 W”M 32764086  1595+0.14 16054071 21704058  8.60 78 s
5

? :

5 QWNM/W:\H/ 44044032  3219+£019 32304023  3834+011 828 70 3
H 7 4 5

6 @LN)W;/:\W 73444069 52354044 54604021 63554052  7.82 73 B
H 7 4 %

o 5

7 NJ\@;W 37554057  1895+053 20754095  2748+045 820 73 £
"

i 3

2

8 HJ\({W 32514073 1668+064  1762+£0.12  2438+098 833 80 5
g

o :

9 ”J\@é/:\ﬁ; 39.13£0.40 17.26 £0.97 19.1040.50 25.33+0.95 8.29 69 T.Z
o

OHO %

<

10 ”M 99.89+0.13  69.86+£035  7033+£095  84.80+079  7.29 77 z
I g

1 ©/L ”M 2.0940.07 148+£0.44 150+0.03 1764021 8.20 77 g
8

0

12 \@”m 0.91+0.03 0.41+0.02 0.44+0.06 0.74+0.01 831 77 g
E

0 2

13 /@AHW 0.9240.05 047 £0.02 0.49+0.05 0.76:0.89 831 80 c
|

o g

14 /©/L ”J\(‘m: 2984001  259+009  260+£023 2724095 800 69 2
HO g

o 9

M 2

N - — [=X

15 Q/LH 7 4 1884002 1034035 1154022 1.60+0.66 8.14 83 8
o

? g

2

o

g

7

2

g
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Table 3. continued
3 Nrf2 activation (ECs, nM)° i ) .
N Structure THP-1 c8-D1A Neuro-2a EOC 13.31 clogP®  Yield (%)
[¢)
A==
16 (©/LH 7 4 0.26+0.01 0.154+0.02 0.16+0.02 0.19+0.005 8.52 73
(o]
N)W;/:H/
17 \Q)\H 7 4 1.49+£0.05 0.31+0.03 0.33+0.03 0.62+0.17 8.50 75
S
18 Q/L”W 0.67+0.06 0.22+0.02 0.25+0.05 030£0.95 8.31 99
S
N&’)/q/:\eﬁ/
19 \Q)\H 7 4 0.25+0.07 0.03+0.01 0.07£0.01 0.11+£0.02 8.75 93
a=2-Cyano-3,12-dioxo-oleana-1,9-(11)-dien-28-oic acid methyl ester (CDDO Methyl Ester, positive control). b= ECs,: half maximal effective concentration.
c=values of cLogP were calculated by DataWarrior.®* The results are the means (& SD) of three separate experiments performed in triplicate. Significant diff.
among means (***p < 0.001)/Tukey’s multiple comparisons test.

replace the carbonyl group with a thiocarbonyl group, based
on the references in the literature showing that by-products
which are formed during the biosynthesis of the N-benzyl
linoleamide have sulphur as their characteristic element in
most cases.” For this purpose, linolethiamides 18 and 19 were
synthesised from the reaction of N-benzyl linoleamide ana-
logues (7 and 17) and Lawesson’s reagent (Scheme 4). These
linoletiamides have not been isolated previously from any plant
species, nor synthesised by previous researchers.

The change of the carbonyl group of analogues 7 and 17 to
generate analogues 18 and 19 that present a thiocarbonyl
group showed a slight decrease in cell viability (not significant
statistically, "p>0.999). Concerning anti-inflammatory activity,
these analogues showed a statistically significant increase
(***p < 0.001) in the inhibition of NF-kB (ICs, of 0.03-0.04 pM
and 0.01-0.02 pM, respectively) and in the activation of Nrf2
(ECso of 0.22-0.3 nM and 0.03-0.11 nM, respectively).

This effect can be justified by the lipophilic capacity, since
analogues 18 and 19 showed a cLogP of 8.31 and 8.75, which
is higher than that of analogues 7 and 17 that had a cLogP of
8.2 and 8.5. Moreover, the thioamide bond has higher electro-
negativity than the amide bond, which allows it to adapt to the
active centre of the target more easily.

Moreover, the inhibitory capacity of TNF-a-induced NF-xB
by means of the analogues, especially analogue 19, is due to

direct inhibition of the enzyme kinase IkB (largely to the Ikkf3
subunit).'”*¥ This mechanism is similar to the positive control
(Celastrol) that blocks the Ikk activity, nuclear translocation and
NF-kB activation.”” Regarding the Nrf2 activation, our results
indicate that N-benzyl linoleamide analogues act by inhibiting
the Kelch-like ECH-associated protein 1 (KEAP1) enzyme."®
Since analogues are highly electrophilic molecules, they
covalently modify the cysteine groups present in the
KEAP1enzyme,">% preventing the KEAP1-Nrf2 complex from
forming and Nrf2 from ubiquitinating. This mechanism is
similar to the positive control (CDDO Methyl Ester) that causes
an electrophilic modification of KEAP1-Cys-151.""

Both Nrf2 and NF-xB are regulated by sensitive redox
factors and the absence of Nrf2 is associated with increased
oxidative stress, leading to overproduction of NF-kB.*? This
overproduction of NF-kB has been linked to diseases that
present inflammatory processes.*® Various studies have shown
that there is a relationship between Nrf2 and NF-«B indicating
that the regulation of redox homeostasis by Nrf2 modulates
the activity of NF-kB.*¥ In this sense, our results show that N-
benzyl linoleamide analogues act by inhibiting NF-xB and
activating Nrf2. Figure 4 shows the possible mechanism of
action of analogues on NF-kB and Nrf2, based on previous
studies that mention the interaction of these aryl amides with
proinflammatory cytokines."¢*>>

(0] S
R Lawesson's reagent R
N T T THF, 80°C N T T
H 7 4 H 7 4
18-19
Scheme 4. Synthesis of the linolethiamides 18 and 19.
ChemistrySelect 2020, 5, 1182511836 Wiley Online Library 11834 © 2020 Wiley-VCH GmbH
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Figure 4. Mechanism of NF-kB inhibition and Nrf2 activation of N-benzyl linoleamide and its analogue 19.

3. Conclusion

Through pharmacological experiments, we have shown that N-
benzyl linoleamide analogues have better anti-inflammatory
properties in the pathophysiological process of migraine than
N-benzyl linoleamide (natural macamide present in the tubers
of T. tuberosum). The inhibition of NF-xB and the activation of
Nrf2 in C8-D1 A, Neuro-2a and EOC 13.31 cells by means of
these analogues has been tested.

Likewise, it was observed that the lipophilic capacity of
these N-benzyl linoleamide analogues is one of the important
factors that determines their anti-inflammatory activity. Our
study showed that an increase in the lipophilic capacity of
these analogues causes an increase in anti-inflammatory
activity (acting on the proinflammatory cytokines NF-kB and
Nrf2). More specifically, in the case of analogue 19, this anti-
inflammatory potential was three thousand times better than
N-benzyl linoleamide. However, it should be mentioned that
this promising anti-inflammatory activity may be due to its S
enantiomer, as mentioned in the cases of analogues 7 and 10.
In this sense, future research on this type of compounds should
be oriented towards the analysis of their enantioselectivity on
determined pharmacological targets.
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Supporting Information Summary

'H- and "*C-NMR spectra of the N-benzyl linoleamide analogues
analysed in this study are provided as supporting information
(Figures 15-40S).

Acknowledgments

This work was supported by the Fundacion de la Universidad
Auténoma de Madrid (FUAM).

Conflict of Interest

The authors declare no conflict of interest.

Keywords: Macamides - NF-kB - Nrf2 - Synthesis - Tropaeolum
tuberosum

[1] L. J. Stovner, K. Hagen, R. Jensen, Z. Katsarava, R.B. Lipton, A.l. Scher,
T. J. Steiner, J. A. Zwart, Cephalalgia. 2007, 27, 193-210.

[2] K. G. Vetvik, E. A. MacGregor, Lancet Neurol. 2017, 16, 76-87.

[3] E. L. H. Spierings, M. Sanchez del Rio, Birkhauser Verlag, in Migraine: A
Neuroinflammatory Disease?, Vol 1(Eds.: Springer Fachmedien) Basel,
Switzerland, 2002, 1-20.

© 2020 Wiley-VCH GmbH

85U8017 SUOWWIOD BAIER.D 3(edl|dde auy Aq peuenob ae Sapie O 8sN JO Sa|nJ Joj Akeidi8UIIUQ AB]IM UO (SUORIPUOD-PUR-SULBYWI0D A8 | 1M Afe.d1|Bul UO//:SdNL) SUORIPUOD PuUe SWLB 1 8L} 89S *[9202/60/€0] U0 AreiqT8ulluo A8|1m ‘PLpe N 8d asuein|dwiod pepisieAlun AQ 290£0020Z 1I5/200T 0T/I0p/W00" A8 M Afe.q 1 puluo'adoune-Alis iweyoy/:sdny woy pepeojumod ‘e ‘0f0Z ‘67595952



Chemistry

Full Papers Europe -
ChemistrySelect doi.org/10.1002/s1ct.202003062 Soueties Publahing
[4] L. Edvinsson, K. A. Haanes, K. Warfvinge, Nat. Rev. Neurol. 2019, 15, 483- [33] T. Sander, J. Freyss, M. von Korff, C. Rufener, J. Chem. Inf. Model. 2015,

[10

[11]

[12
[13]

4

[15

490.

P. Sarchielli, A. Floridi, M. Mancini, C. Rossi, F. Coppola, A. Baldi, L. A. Pini,
P. Calabresi, Cephalalgia. 2006, 26, 1071-1079.

S.M. Ahmed, L. Luo, A. Namani, X.J. Wang, X. Tang, Biochim. Biophys.
Acta Mol. Basis Dis. 2017, 1863, 585-597.

V. Ganesh Yerra, G. Negi, S.S. Sharma, A. Kumar, Redox Biol. 2013, 1,
394-397.

P. Sahariah, B. E. Benediktssdéttir, M. A. Hjalmarsdéttir, O. E. Sigurjons-
son, K. K. Sgrensen, M. B. Thygesen, K. J. Jensen, M. Masson, Biomacro-
molecules. 2015, 16, 1449-1460.

L. Apaza Ticona, V. Tena Perez, P. Bermejo Benito, J. Ethnopharmacol.
2020, 247, 112152.

A. Scarpa, A. Aimi, Vieweg & Sohn Verlag, in Ethnobotanik-Ethnobotany,
Vol 1 (Eds.: Springer Fachmedien) Braunschweig Wiesbaden, 1985, 209-
226.

N. Arngrim, H.W. Schytz, J. Britze, F. M. Amin, M. B. Vestergaard, A.
Hougaard, F. Wolfram, P. J. H. de Koning, K. S. Olsen, N. H. Secher, H.B.
Wiberg Larsson, J. Olesen, M. Ashina, Brain. 2016, 139, 723-737.

D. . Friedman, T. De Ver Dye, Headache. 2009, 49, 941-952.

R. Chirinos, R. Pedreschi, I. Cedeano, D. Campos, J. Food Process. Preserv.
2015, 39, 2612-2619.

L. Apaza Ticona, M. Rodriguez Coballes, G. Potente, A. Rumbero Sanchez,
Planta Med. Int. Open. 2020, 7, e88-e99.

J.J. Chen, P.F. Gong, Y. L. Liu, B.Y. Liu, D. Eggert, Y. H. Guo, M. X. Zhao,
Q. S. Zhao, B. Zhao, J. Food Sci. 2018, 83, 966-974.

[34]

[35

[36]

55, 460-473.

L. Xiao Xia, X. Cheng, H. Min, H. Changliang, Y. Zhongqiong, Lett. Drug
Des. Discovery 2016, 13, 489-494.

R. E. Calaf, J. Pefia, S. Paytubi, B. C. Blount, M. Posada de la Paz, E. Gelpi,
J. Abian, Anal. Chem. 2001, 73, 3828-3837.

M. Motais de Narbonne, J. S. van Zweden, J. E. Bello, T. Wenseleers, J. G.
Millar, P. d'Ettorre, J. Exp. Biol. 2016, 219, 1632-1638.

L. A. Nguyen, H. He, C. Pham-Huy, Int. J. Biomed. Sci. 2006, 2, 85-100.
J. McConathy, M.J. Owens, Prim. Care Companion J. Clin. Psychiatry.
2003, 5, 70-73.

R. D'Oca Cda, T. Coelho, T.G. Marinho, C.R. Lopes Hack, R. Da Cos-
ta Duarte, P. Almeida da Silva, M. Gongalves Montes D'Oca, Bioorg. Med.
Chem. Lett. 2010, 20, 5255-5257.

F. Toshitsugu, H. Noritaka, N. Hiroshi, F. Hideaki, T. Katsuyuki, (S. African),
No. ZA/1969/6705907, 1969.

J. Katzhendler, M. Saidian, Y. Najajreh, R. Mevorach, E. Berry, Y. Avraham,
(PCT), Int. Appl. No. WO/2009/109973 A2, 2009.

J.E.V. Ferreira, C.H.S. Da Costa, R. M. De Miranda, A.F. Figueiredo,
Y. M. A. Ginarte, Educ. Quim. 2014, 25, 418-424.

J. L. Moncada, G. S. Moran, Quim. Nova. 2008, 31, 1255-1258.

O. A. Stasyuk, H. Szatylowicz, T. M. Krygowski, C. Fonseca Guerra, Phys.
Chem. Chem. Phys. 2016, 18, 11624-11633.

Y.J. Huang, X.R. Peng, M. H. Qiu, Nat. Products Bioprospect. 2018, 8,
405-412.

R. Sancho, M. A. Calzado, V. Di Marzo, G. Appendino, E. Mufoz, Mol.

[16] E. Esparza, A. Hadzich, W. Kofer, A. Mithofer, E. G. Cosio, Phytochemistry. Pharmacol. 2003, 63, 429-438.
2015, 116, 138-148. [47] R.E.Simmonds, B. M. Foxwell, Rheumatology. 2008, 47, 584-590.
[17] L. Apaza Ticona, V. Tena Pérez, A. M. Serban, M.J. Alonso Navarro, A. [48] S. Magesh, Y. Chen, L. Hu, Med. Res. Rev. 2012, 32, 687-726.

[s

[19]

[20]

[21

[22]
[23]

[24]

[25]

[26]

[27]

[28]
[29]

[30]

31]
[32]

Rumbero Sanchez, J. Ethnopharmacol. 2019, 235, 199-205.

J. Araya-Presa, F.A. Squeo, L. Barrientos, E. Belmonte, M. Mamani, G.
Arancio, in Manual de Plantas y Canciones Aymara, Vol. 1 (Eds.:
PROYECTO EXPLORA-CONICYT ED7/02/085), Universidad de La Serena,
Chile, 2003, 1-5.

D. Yan, Q. Yang, M. Shi, L. Zhong, C. Wu, T. Meng, H. Yin, J. Zhou, Eur. J.
Immunol. 2013, 43, 2943-2955.

A.J. Kwilasz, R.A. Abdullah, J.L. Poklis, A.H. Lichtman, S.S. Negus,
Behav. Pharmacol. 2014, 25, 119-129.

S. Cramer, J. Johnson, T. Ngo, A. T. EI-Alfy, J. Stec, ChemistrySelect. 2019,
4,11609-11614.

A. D. Khanolkar, A. Makriyannis, Life Sci. 1999, 65, 607-616.

J.J. Chruma, D. J. Cullen, L. Bowman, P. H. Toy, Nat. Prod. Rep. 2018, 35,
54-74.

H. Wu, C. J. Kelley, A. Pino-Figueroa, H. D. Vu, T.J. Maher, Bioorg. Med.
Chem. 2013, 21, 5188-5197.

K. Woelkart, W. Xu, Y. Pei, A. Makriyannis, R. P. Picone, R. Bauer, Planta
Med. 2005, 71, 701-705.

S. Takashi, S. Chiharu, T. Katsuyuki, M. Keisuke, S. Yoshio, K. Akira, (Koho,
Tokyo, Japan), No. JP/1967/42018610, 1967.

S. Siva Krishnan, A. Kottai Muthu, J. Kavitha, Int. J. Pharm. Pharm. Sci.
2013, 5, 702-704.

S. Arunkumar, M. Muthuselvam, World J. Agric. Res. 2009, 5, 572-576.

A. Manilal, S. Sujith, B. Sabarathnam, G. S. Kiran, J. Selvin, C. Shakir, A. P.
Lipton, Acta Bot. Croat. 2011, 70, 81-90.

V. Priya, R. K. Jananie, K. Vijayalakshmi, J. Chem. Pharm. Res. 2011, 3, 35-
40.

D. Rengstl, O. Diat, R. Klein, W. Kunz, Langmuir. 2013, 29, 2506-2519.
B.W. Gung, F. Wekesa, C. L. Barnes, J. Org. Chem. 2008, 73, 1803-1808.

T. Satoh, S. R. McKercher, S. A. Lipton, Free Radical Biol. Med. 2013, 65,
645-657.

E. Kansanen, G. Bonacci, F.J. Schopfer, S. M. Kuosmanen, K. I. Tong, H.
Leinonen, S. R. Woodcock, M. Yamamoto, C. Carlberg, S. Yla-Herttuala,
B. A. Freeman, A. L. Levonen, J. Biol. Chem. 2011, 286, 14019-14027.

M. H. Wong, H.K. Bryan, I. M. Copple, R.E. Jenkins, P. H. Chiu, J. Bibby,
N. G. Berry, N.R. Kitteringham, C. E. Goldring, P. M. O'Neill, B. K. Park, J.
Med. Chem. 2016, 59, 2396-2409.

S. R. Park, K. H. Kim, M. J. Kwun, J. Y. Lee, R. Won, C. W. Han, J. Y. Choi, M.
Joo, Evid. Based Complement. Alternat. Med. 2018, 5059469.

T. Liu, L. Zhang, D. Joo, S. C. Sun, Target Ther. 2017, 2, 17023.

W. Li, T. O. Khor, C. Xu, G. Shen, W.S. Jeong, S. Yu, A. N. Kong, Biochem.
Pharmacol. 2008, 76, 1485-1489.

S. Shahbazi, J. Kaur, S. Singh, K. G. Achary, S. Wani, S. Jema, J. Akhtar,
R. C. Sobti, Innate Immun. 2018, 24, 24-39.

C. Yang, J. Zhao, Y. Cheng, X. C. Le, J. Rong, ACS Chem. Neurosci. 2015, 6,
1560-1569.

H. Li, J.T. Wood, K. M. Whitten, S.K. Vadivel, S. Seng, A. Makriyannis,
H. K. Avraham, Br. J. Pharmacol. 2013, 170, 489-505.

C. A. LaLone, K.D.P. Hammer, L. Wu, J. Bae, N. Leyva, Y. Liu, A.K.S.
Solco, G. A. Kraus, P. A. Murphy, E.S. Wurtele, O. K. Kim, K.I. Seo, M. P.
Widrlechner, D. F. Birt, J. Agric. Food Chem. 2007, 55, 7314-7322.

S. M. Truhlar, J. W. Torpey, E. A. Komives, Proc. Natl. Acad. Sci. USA 2006,
103, 18951-18956.

Submitted: August 3, 2020
Accepted: September 25, 2020

ChemistrySelect 2020, 5, 11825-11836 Wiley Online Library

11836

© 2020 Wiley-VCH GmbH

85U8017 SUOWWIOD BAIER.D 3(edl|dde auy Aq peuenob ae Sapie O 8sN JO Sa|nJ Joj Akeidi8UIIUQ AB]IM UO (SUORIPUOD-PUR-SULBYWI0D A8 | 1M Afe.d1|Bul UO//:SdNL) SUORIPUOD PuUe SWLB 1 8L} 89S *[9202/60/€0] U0 AreiqT8ulluo A8|1m ‘PLpe N 8d asuein|dwiod pepisieAlun AQ 290£0020Z 1I5/200T 0T/I0p/W00" A8 M Afe.q 1 puluo'adoune-Alis iweyoy/:sdny woy pepeojumod ‘e ‘0f0Z ‘67595952



