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A series of twenty-two (—)-menthylamine derivatives was synthesized and tested on TRPM8, TRPV1, and
TRPA1 channels. Five of the novel compounds, that is, 1d, 1f, 2b, 2¢, and 2e behaved as potent TRPM8
antagonists with ICsq values versus icilin and (—)-menthol between 20 nM and 0.7 uM, and were between
4- and ~150-fold selective versus TRPV1 and TRPA1 activation. Compound 1d also induced caspase 3/7

release in TRPM8-expressing LNCaP prostate carcinoma cells, but not in non-TRPM8 expressing DU-145
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cells. Five other derivatives, that is, 1a, 1g, 1h, 2f, and 2h were slightly less potent than previous com-
pounds but still relatively selective versus TRPV1 and TRPA1.

© 2010 Elsevier Ltd. All rights reserved.

Ion channels belonging to the transient receptor potential (TRP)
superfamily that are activated by distinct temperature thresholds
are referred to as ‘thermo-TRPs’! and their targeting represents a
novel and promising strategy in pain relief.> Four of these channels
(TRPV1-TRPV4) respond to heat and two others (TRPA1 and
TRPMS8) are sensitive to cold. One of the best-investigated ther-
mo-TRPs is the transient receptor potential channel of melastatin
type-8 (TRPMS8), which is activated by moderately cool tempera-
tures (<23-28 °C) and by compounds that evoke a sensation of
coolness, such as (—)-menthol, the homomenthylamide WS-12
and icilin (Fig. 1).2 Interestingly, both (—)-menthol and icilin stim-
ulate human TRPA1 channels as well,* and a number of TRPV1
antagonists such as capsazepine, BCTC, and SB-452533 and the
non-specific blocker of various calcium channels SKF96365 have
been reported to be also potent TRPM8 antagonists, indicating a
significant degree of pharmacological overlap between TRPA1,
TRPV1 and TRPMS8 channels. In contrast, WS-12 elicits a robust re-
sponse in TRPM8 expressing HEK cells (ECso=30° and 193 nM3)
and in Xenopus oocytes (ECso=12 uM),” while none of related
TRP channels like TRPM3 and TRPV6® and of the other
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thermo-TRPs’ are activated at a concentration optimally effective
for TRPMS8 responses. The localization of TRPM8 in both A and
C-fibers may account for abnormal cold sensitivity in some patho-
logic states, thus providing a rationale for the design of TRPMS8
modulators as novel antihyperalgesic or antiallodynic agents,®
although the role of TRPMS in cold allodynia in patients with cold
injury was recently questioned.’

The expression of TRPMS in tissues not subjected to tempera-
ture changes suggests, however, other important functions for this
ion channel and indeed a series of benzyloxyphenylamides and
carbamates,'® and of phosphorus-containing benzothiophene and
benzofuran derivatives'! has been disclosed in the patent litera-
ture as TRPMS8 antagonists for the treatment of urological and
respiratory disorders. Last but not least, TRPMS is overexpressed
in a range of cancers including prostate, breast, lung, and colon,
while, within normal tissues, it is predominantly expressed in
the human prostate.>!2 Its knock-down in human prostate carci-
noma cells using mRNA silencing techniques was reported to inhi-
bit cell proliferation.'?> Thus, TRPM8 is a tumor marker with
potential use in cancer diagnosis as well as therapy.

With this background, TRPM8 agonists and antagonists based
on the 3-substituted-p-menthane structure have been reported in
a patent application to be effective at inhibiting growth of cells
expressing TRPM8 and/or inducing their apoptosis and/or necrosis,
but no evidence for their capability of modulating the functional
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Figure 1. Structures of some TRPMS8 activators and antagonists.

activity of recombinant TRPMS selectively over other TRP channels
was provided.'® Recently, clotrimazole, an antimycotic drug widely
used for the topical treatment of candidiasis and ringworm infec-
tions, was described as a potent TRPMS8 antagonist (ICso
~200 nM for the inhibition of inward TRPMS8 currents) and a useful
tool to discriminate between TRPM8- and TRPA1-mediated re-
sponses, although this compound also activated TRPV1 channels.!*
Thus, lack of selectivity represents the most important problem
that prevents the use of known TRPMS8 antagonists, as it compli-
cates the interpretation of their effects in vitro and in vivo. To
the best of our knowledge, no truly selective TRPM8 antagonist
has been reported to date.

With the aim of gaining further insight into the functional and
pharmacological properties of thermo-TRPs and in an attempt to
identify compounds with the ability to discriminate between
TRPMS8, TRPV1 and TRPA1, we prepared 22 new derivatives of
(—)-menthylamine and examined their functional activity at these
three channels (Table 1).

The synthesis of amides 1a-i was carried out by condensation
of (—)-menthylamine hydrochloride (4)'° and the appropriate car-
boxylic acids 5a-i using 1-hydroxybenzotriazole (HOBt)/N-ethyl-
N'-(3-dimethylaminopropyl)carbodiimide hydrochloride (EDC) as
the carboxylate activator (Scheme 1).!® Carbamates 2a—-j and ureas
3a-c were synthesized by condensation of (—)-menthylisocyanate
(6)!> with the appropriate phenols 7a—j or amines 8a—c (Scheme
2).16

The choice of analogues was based on substituents found in
other TRP modulators, with the reasoning that their presence on
the (—)-menthylamine scaffold could boost their potency or selec-
tivity toward TRPMS. Thus, for instance, the t-Bu-Ph, oleyl, CI-Ph,
CF3-Ph, serotonin and vanillamine groups of 1b, 1c, 1g, 1h, 2b,
2¢, 2d, 2e, 2h, 2i, 3b, and 3c could mimic the same groups of TRPV1
ligands BCTC, capsazepine, N-oleoylethanolamine, N-arachidono-
ylserotonin (AA-5-HT), capsaicin, and of piperazinyl carbamates
and ureas recently found to act as fatty acid amide hydrolase
(FAAH) and TRP ligands.!”

The novel 22 compounds synthesized here were tested for their
ability to induce intracellular Ca®* elevation in HEK-293 cells stably
transfected with either the human TRPV1, the rat TRPAT1, or the rat
TRPM8 cDNAs. Control experiments were carried out using non-
transfected HEK-293 cells. The compounds that were found to be
inactive at elevating intracellular Ca?>* were then given to cells
5min before known agonists of TRPM8, TRPV1, and TRPA1

channels, that is, menthol or icilin, capsaicin, and mustard oil iso-
thiocyanate, respectively, to check whether or not they exhibited
any functional antagonism. Most compounds were found to effi-
ciently antagonize the agonist effect of either menthol or icilin
on TRPM8-mediated intracellular Ca®* elevation in HEK-293 cells
overexpressing rat TRPM8 channels, and, usually only at much
higher concentrations, to stimulate intracellular Ca®* elevation in
HEK-293 cells overexpressing rat TRPA1 or human TRPV1 chan-
nels, but not in wild-type HEK-293 cells.

The results of the pharmacological assays are shown in Table 1
and the salient aspects of the structure-activity relationships
(SARs) can be summarized as follows. Five of the novel compounds
examined, that is, 1d, 1f, 2b, 2¢, and 2e behaved as potent TRPM8
antagonists with ICsg values versus icilin and (—)-menthol between
20 nM and 0.7 uM, and were between 4- and ~150-fold selective
versus TRPV1 and TRPA1 activation. Five other derivatives, that
is, 1a, 1g, 1h, 2f, and 2h, although slightly less potent than the
above mentioned compounds, were still relatively selective versus
TRPV1 and TRPA1. Three other compounds, that is, 1e, 2a, and 2j
elicited a potent TRPMS8 antagonist activity but were not selective
versus TRPA1 activation. Finally, three compounds, that is, 1b, 3a,
and 3c exhibited a significant and rather selective TRPV1 agonist
activity. With the exception of 1b, 1¢, and 1i, all N-menthyl amides
1 and N-menthyl carbamates 2 showed potent TRPM8 antagonism
with no clear-cut superiority of one type of functionality over the
other. The inactivity of compound 1b was therefore rather unex-
pected in view of the good antagonist activity of the carbamate
congener 2e. Thus, reversal of the amide linkage shifted the agon-
ism of p-menthane-based TRPMS8 ligands toward antagonism,
whereas that of the carbamate function retained full antagonist
activity.!> The reverse amide 1i, which directly compares with
WS-12, did not exhibit however a particularly good TRPM8 antag-
onist potency. The selectivity towards TRPV1 and TRPA1 of com-
pounds of the 1 and 2 series was appreciably influenced by the
nature and position of the substituent on the aromatic moiety
and by the length of the alkyl chain in the case of mw-phenylalkyla-
mides. In this respect, compounds with meta substituted aromatic
rings were generally more selective than the para substituted ones,
irrespective of the nature of the substituent (see compounds 2b, 2f,
2h and 2c, 2g, 2i). Finally, the three urea derivatives 3 were uni-
formly inactive as TRPMS8 antagonists.

The most potent and highly selective (>80-fold) TRPM8 func-
tional antagonist synthesized here, compound 1d, was also tested
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Table 1
Results of TRPM8, TRPV1, and TRPA1 assays of (—)-menthylamine derivatives 1-3*

g

(o)
N)LR

Compound R TRPMSP (ICso, tM)  TRPMSE (ICso, uM) TRPV1 TRPV1 (ECs, iM) TRPAT TRPAT (ECso, tM)
(efficacy)? (efficacy)®

1a Ph-4-Me 25+0.1 22+0.1 5421 NM NM NM
1b Ph-4-t-Bu 60.8+9.3 97.6+11.9 274+19 0.25+0.10 137.6 £10.1 49+1.7
1c Oleyl >100 60.6 +4.4 44+04 NM NM NM
1d Ph-4-Ph 0.05 +0.01 0.02 £ 0.002 7.8+0.3 NM 34.7 +£0.01 4.1+£0.01
1le (CH3)ePh 0.4 £0.01 0.4+0.03 8.0+ 0.01 NM 428+1.9 0.4+0.1
1f (CH,);Ph 0.5+0.1 0.4+0.04 5.5+0.01 NM 67.0+2.2 26.7+1.3
1g Ph-3-Cl 2.1+£0.1 28+0.2 419+1.8 7.6+0.6 NM NM
1h Ph-4-Cl 1.6+0.1 0.7 £0.02 53.8+0.8 41+0.2 222.6 £20.7 40.2+12.8
1i Ph-4-OMe 9.6+35 12.8+0.6 9.6 +0.5 NM NM NM
2a OPh-4-Me 0.7+0.1 1.1+0.04 34+1.0 NM 739124 0.7+0.1
2b OPh-3-CF; 0.6 £0.03 0.3 +£0.04 7415 NM 220.2 £20.7 13.8+7.8
2c OPh-4-CF3 0.7 £0.06 0.2 £0.01 3.3+0.01 NM 88.9+99 3014
2d OPh-3-t-Bu 33106 59+1.1 16.3+£0.6 58+1.0 272.8+35.2 36.7+17.7
2e OPh-4-t-Bu 0.08 £ 0.01 0.1 +£0.02 23.8+1.1 183+24 76.0+£2.3 11.7+14
2f OPh-3-Ph 1.5+04 0.05 £ 0.002 509+1.0 7.1+0.6 282.5+16.1 31.0+5.2
2g OPh-4-Ph 74+04 0.7 £ 0.06 44+1.8 NM 87.2+6.9 6.7+2.6
2h OPh-3-Cl 0.5 +0.04 1.5+0.2 22.6+3.1 19.2+83 309.0 £52.1 30.0+x17.5
2i OPh-4-Cl 41+04 0.8+0.03 15.1+£38 42.8+23.8 181.2+254 7.1+£3.7
2j OPh-4-OMe 26102 22+0.2 46.6 £ 3.0 53.8+3.6 134.7 £30.3 3.2+20
3a X\N@ >100 >100 244 +0.1 1.0 £ 0.06 158.8+12.4 11.2+34

H

OH
HN
3b ‘,fi — 31.0+0.7 15.8+0.8 12.7 £0.01 52.2+0.03 NM NM
“N
H
PN OMe

3c H/\C[ 19.8£0.6 30.5+2.9 63.2+0.8 0.23 £0.02 NM NM

NM, not measurable when efficacy is lower than 10%.
¢ Data are means + SEM of N = 3 determinations.
b Determined against the effect of icilin (0.25 uM).
¢ Determined against the effect of menthol (20 pM).
d
e
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Scheme 1. Synthesis of compounds 1a-i. Reagents and conditions: 5, HOBt/EDC, rt,

1 h, then 4, Et;N, DMF, rt, 16 h.
ArOH (7a-j) or
RNH,HCI (8a-c)
2z,
Y N=C=0
PN
6

/:\

on the human androgen-responsive prostate carcinoma cell line,
LNCaP, which expresses high levels of TRPMS, and as a negative
control, on the DU-145 cell line, which, like other androgen-unre-
sponsive prostate carcinoma cell lines, does not express apprecia-
ble levels of TRPM8 channels.'® As expected, and as previously
shown for other TRPMS antagonists,'> compound 1d (1 uM) in-
duced the apoptosis of LNCaP, but not DU-145, cells, as measured
by the release of caspase 3/7 (from 16521+3779 to
58576 +29921, in LNCaP cells, P <0.01; and from 9281 + 247 to
9768 + 1496, not significant, in DU-145 cells; arbitrary units,

or
NJKO,R : NXH,R
/-\
3

H H

2a4 a-c

Scheme 2. Synthesis of compounds 2a-j and 3a-c. Reagents and conditions: EtsN, DMF or AcOEt, rt, 16 h.
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means + SD of N =3 experiments). In LNCaP cells, the compound
was as efficacious as the standard pro-apoptotic mixture of anti-
FAS antibody and camptothecin'® (from 16521+3779 to
58954 + 5130 in LNCaP cells, P <0.01; and from 9281 £ 247 to
165595 + 15965, in DU-145 cells; arbitrary units, means + SD of
N = 3 experiments).

In conclusion, in the present work we have disclosed a series of
derivatives of (—)-menthylamine that act as potent TRPM8 antag-
onists with ICsg values similar or lower than those of previously re-
ported unselective antagonists. Special attention should be paid to
compounds 1d, 1f, 2b, 2c, and 2e, the excellent selectivity of which
may allow for their use as pharmacological tools, thus aiding future
biological studies aimed at deciphering the multiple roles of
TRPMS8 in mammalian species. The pro-apoptotic effect of 1d also
warrants further studies aiming at investigating its potential ther-
apeutic use against prostate carcinoma.
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