Svynthesis, identification and
physicochemical properties of novel
potential ultrashort-acting beta-
adrenergic blockers

KECKESOVA, S., SEDLAROVA, E., CSOLLEI, J.!, MOKRY, P.!

Comenius University, Faculty of Pharmacy, Department of Pharmaceutical Chemistry, Bratislava
'University of Veterinary and Sciences Pharmaceutical, Faculty of Pharmacy,

Institute of Chemical Drugs, Brno

Received 2 Juny / Accepted 26 Juny 2008

SUMMARY

Synthesis, identification and physicochemical properties of novel potential ultrashort-acting
beta-adrenergic blockers

The paper deals with the synthesis, structure confirmation, and study of physicochemical properties
of some aryloxyaminopropanol derivatives, compounds of 2-hydroxy-3-[4-(2-fluorophenyl)-
piperazine-1-yl]-propyl-4-[(alkoxycarbonyl)amino]benzoates, their salts with hydrochloric acid,
with one to four carbon atoms in the alkoxy group of the carbamoyl group. Their structure was
confirmed by elemental analysis, IR, UV and mass spectra. The melting point, solubility, surface
activity, dissociation constant, and some lipophilicity parameters, i.e. partition coefficient P, R
values from reversed phase thin-layer chromatography, and retention factor k obtained from HPLC
of the substances under study were determined.
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SUHRN

Syntéza, identifikacia a fyzikalno-chemické vlastnosti novych potencialnych ultrakratkoposo-
biacich beta-adrenergnych blokatorov

Praca sa venuje syntéze, overeniu Struktiry a Stidiu fyzikalno-chemickych vlastnosti derivatov
aryloxyaminopropanolu, 2-hydroxy-3-[4-(2-fluérfenyl)-piperazin-1-yl]-propyl-4-[(alkoxykarbo-
nyl)amino] benzoatov, ich soli s kyselinou chlorovodikovou, s jednym aZ Styrmi atomami uhlika
v alkoxy skupine karbamoylovej skupiny. Struktdra zIG¢enin bola potvrdena elementarnou analy-
zou, IC, UV a hmotnostnymi spektrami. V ramci $tidia bola stanovena teplota topenia, rozpustnost,
povrchova aktivita, disociacné konstanta, ako aj parametre lipofility, t.j. rozdelovaci koeficient P,
hodnoty R, z reverznej chromatografie na tenkej vrstve a reten¢ny faktor kK pomocou vysokoucin-
nej kvapalinovej chromatografie.
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Introduction

Antagonists of adrenergic -receptors are widely used
in hypertension, arrhythmias, hypertrophic cardiomyo-
pathy, and ischemic heart disease. Adverse effects of
classic beta-blockers include hypotension, bradycardia,
heart failure, bronchospasm or peripheral vasoconstric-
tions, which can last up to several hours after intravenous
application . Therefore, ultrashort-acting B-blockers
have been developed for emergent intravenous treatment
of atrial fibrillation or when control of heart rate is desir-
able 2.

This paper focuses on the synthesis, identification, and
determination of physicochemical properties of four new
derivatives of B-adrenergic receptor-blocking phe-
noxyaminopropanols. The structure of the pattern
molecule was modified by the ester group inserted
between the aromatic and amine moieties of the con-
necting chain.

Synthesis

Synthesis of the novel derivatives of arylcarbonyl-
oxyaminopropanols is shown in the Scheme and was car-
ried out according to a general method first reported by
Kam et al. ¥.

The corresponding 4-carbalkoxyaminobenzoic acids
la-d were prepared by the reaction of 4-aminobenzoic
acid p.a. (Lachema, CR) with the appropriate
alkylchloroformiates. To a solution of p-aminobenzoic
acid (0.1 mol.I'") and pyridine p.a. (LOBA Chemie, CR)
(0.1 mol.I'Y) in acetone p.a. (Kulich, CR) (100 ml),
alkylchloroformiate (0.1 mol.I'') was added dropwise.
The mixture was refluxed for 1.5 hour, evaporated to
dryness and washed with water (500 ml). The crude acid
was recrystallized from ethanol (96%, Lachema, CR).

To a suspension of 4-carbalkoxyaminobenzoic acid
(0.1 mol.I"') in toluene p.a. (Lachema, CR) (120 ml),
pure thionylchloride (Lachema, CR) (0.2 mol.I'!) was
added. The resulting mixture was refluxed for 2 hours
and evaporated to dryness. The crude 4-carbalk-
oxyaminobenzoyl chloride 2a-d recrystallized from

EXPERIMENTAL PART toluene.
Glycidyl esters 3a-d were prepared by the reaction of
the acid chloride with glycidol. To a three-neck round-
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Scheme 1. Synthetic route of the compounds
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bottom flask, glycidol (96%, Aldrich, Germany)
(0.25 mol.I'") and tetrahydrofurane p.a. (Lachema, CR)
(50 ml) were added. The solution was cooled to -5 °C
and triethylamine (> 99%, Merck-Schuchardt, Germany)
(0.25 mol.I'") was added. To the resulting solution,
a solution of 2a-d (0.2 mol.I'"!) in tetrahydrofurane p.a.
(Lachema, CR) (250 ml) was added dropwise at -5 to
5 °C. The mixture was stirred at room temperature for 3
hours, filtered and evaporated to dryness. The product,
2,3-epoxypropyl-4-carbalkoxyaminobenzoate — 3a-d,
was recrystallized from propan-2-ol p.a. (Kulich, CR).

In the last step of the synthesis, a mixture of 3a-d
(0.2 mol.I'Y) and 1-(2-fluorophenyl)piperazine (97%,
Aldrich, Germany) (0.25 mol.I'Y) in isopropyl alcohol
p.a. (Kulich, CR) (150 ml) was heated at 65 °C for 4
hours. The solvent was evaporated under reduced
pressure and residing oil was dissolved in diethylether
p.a. (Kulich, CR). The solution of the base 4a-d was
converted to its chloride salt Sa-d by addition of ethereal
hydrochloric acid p.a. (35%, Central System, SR). The
amine salt was collected by filtration and recrystallized
from an appropriate solvent to give white crystals.

Chemical structure confirmation

Elemental analysis
Elemental analysis was made by an Elemental
Analyzer EA 1108 (Carlo Erba Instuments).

Ultraviolet spectra

Electronic spectra of the prepared compounds were
measured in the UV region by a spectrophotometer (8425
A Diode Array, Vectra 286/12), the solvent was methanol,
concentrations 1.0 x 10 mol.I"! and quartz (1 cm).

Infrared spectra

IR spectra of the synthetized compounds were
measured on an FTIR spectrophotometer Nicolet Model
Impact 410 in the 400-4000 cm™! range.

Mass spectra

Mass spectra were recorded by a mass spectrometer
Agilent 1100, LC/MSD VL Trap with a linear mechanic
pump (KD Scientific, USA), the solvent was methanol,
concentrations were approximately 1 mg.1"%.

Thermic properties

Melting points were determined using a Kofler
hotplate apparatus (HMK Franz Kiistner, Germany).

Estimation of solubility and dissociation constants

Solubility

Solubility of prepared compounds was determined in
distilled water, 96% ethanol (Lachema, CR), and in
a chloroform medium p.a. (Lachema, CR) according to ¥.

Dissociation constant
The dissociation constant of prepared substances was
estimated by alkalimetric titration with potentiometric

indication (pH-meter PO 811/1, Radelkis, Hungary)
according to .

Surface activity determination

The relative surface activity was determined by
stalagmometric method according to ¥. Activity of the
solution of the compounds (¢ = 1.0 x 10 mol.I'"!) was
measured where the solvent was a mixture of
H,O-methanol p.a. (SPOLCHIM, SR) (¢, = 3 : 2).
The reference solution was the same as the solvent.

Determination of lipophilic properties

The apparent partition coefficient P of prepared
compounds was measured by the shake-flask method in
octan-1-ol (Merck, Germany)/phosphate buffer medium
at pH = 7.0 according to ® using 0.5 ml of the organic
solvent.

The chromatographic reversed-phase thin layer
analysis was carried out according to ” on the silica gel
Silufol® UV_,,. R, values were obtained in the mobile
phase consisting of 1 mol.I'" HCl-acetone (¢, = 4 : 2)
after silica gel plates impregnation with 1% solution of
silica oil in heptane (Lachema, CR). Chromatograms
after developing and drying were detected by UV light at
the wavelength 254 nm using a UV lamp TL-900
(Camag, Switzerland).

The chromatographic system for HPLC analysis for
the retention factor k determination consisted of a pump
Delta Chrom SDS (Watrex, Slovakia) with an injection
valve and a UV detector Delta Chrom UVD 200 (Watrex,
Slovakia). The analytical chromatography column was
Sepharon SGX C,; (254 x 4 mm, particle size 7 um). The
mobile phase was a mixture of 94% methanol in an
amount of 500 ml and 3.4 g of natrium acetate, the pH
value was adjusted with acetic acid to pH = 6.0. The flow
rate of the mobile phase was 0.6 ml.min’!, the injection
volume was 1.102 ml, the chromatograms were scanned
at the wavelength 274 nm. The solution of NaNO, (c =
0.1 mol.I'") was used to determine the dead time t,, and
the solution of the analyzed compound in a methanol
medium (¢ = 0.4 x 103 moll') was used for
determination of t,.

RESULTS AND DISCUSSION

The paper focused on the synthesis, spectral
description, and study of physicochemical properties of
the new compounds.

The derivatives of 2-hydroxy-3-[4-(2-fluorophenyl)-
piperazine- 1-yl]-propyl-4-[(alkoxycarbonyl)amino]ben-
zoates with one to four carbon atoms in the alkoxy group
of the carbamoyl group have been synthesized by a five-
step reaction according to a similar procedure, which was
described in the literature 2. The final compounds were
isolated as the salts of hydrochloric acid (Scheme 1).

The methods of identification included elemental
analysis, ultraviolet, infrared, and mass spectra. The
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Tab. 1. Chemical structure of studied compounds

F
OH —
o 0AN N HCl
7/
N (0]
Y
oL
R
Compound R Formula M.p. Yield Solv. for Analysed Found/Calc.
Mr °0) (%) Recrystall % C % H % N
C,H, ON FCI 8.91 56.71 6.09
-CH 53
Sa CH, 20 188 73.1 ethanol 3,08 56.47 5.8
C,.H, ON FCl isopropyl 8.73 57.31 5.92
-C2H _
b s T A81os 181-183 498 alcohol 8.72 57.32 6.07
C,H, ON.FCI isopropyl 8.42 58.34 6.53
-C.H 3175 3
S S 49598 167 812 alcohol 8.47 58.12 630
5d -CH,  CH,ONFCl 162-164 34.4 isopropyl 8.13 58.96 6.59
. alcohol 8.24 58.88 6.52
prepared compounds were solid, colourless and their
melting points, yields, and formulas are presented in Tab. 2. UV spectra of prepared compounds
Table 1. c P N . |
m it
The structure of the substar.lces under study was ompot (nm) (mz?r%ljl.l) (nm) (mz?isl.l)
confirmed by elemental analysis, the values were in
good agreement with the respective structures for 5a 203 4.92 270 4.79
carbon, hydrogen and nitrogen. The differences Sb gog 391 37(1) j~79
between the calculated and experimentally obtained 23 282 4'22 2;1 4'22
data were in the range of + 0.4 % and both data are i i

given in Table 1.

The mass spectra of prepared compounds revealed the
presence of [M + H*] ions in all cases, the value m/z =
432.3 for the compound 5a2, m/z = 446.3 for 5b2, m/z =
460.3 for 5¢2 and m/z = 474.3 for 5d2.

The spectrum in the ultraviolet region showed two
absorption maxima at the wavelength y = 202-203 nm
and y = 270-271 nm. The values of log € of the analyzed
substances are shown in Table 2.

The results of the spectral parameters of the IR region
are summarized in Table 3.

The solubility of liquids and solids in water is no
doubt one of the most important molecular properties
that affect their biological activity. Solubility of solid

Tab. 3. Parameters of IR spectra (cm™!) of prepared compounds

compounds depends on the free energy changes involved
in changing the solid state to the liquid state, in addition
to the interactions in the liquid phase .

Despite the fact that the compounds were salts with
hydrochloric acid, their solubility was practically
indissoluble in water, very limited in ethanol and
practically indissoluble in chloroform.

The dissociation constant presents the rate of the
dissociated and undissociated forms of the drug ?. The
value of dissociation constant was obtained as the
average value from three measurements and was
determined according to the Henderson-Hasselbalch

Compound v N-H v, C-H v, C-H v,, C=0 Ve C=0 v, C-0-C Ve, C¢-0-C

5a2 3239 3040 2947 1727 1704 1222 1065

5b2 3318 3074 2970 1710 1687 1231 1056

5¢c2 3326 3047 2972 1722 1689 1219 1058

5d2 3311 3048 2962 1723 1689 1219 1062
Tab. 4. Physicochemical parameters of substances under study

Compound pKa orel (N.m) log P log k Rf RM

S5a 7.48 1.257 4.23 -0.35 0.545 -0.078

5b 7.64 1.269 4.55 -0.31 0.456 0.077

5c 7.35 1.368 4.88 -0.26 0.361 0.248

5d 7.27 1.444 4.07 -0.20 0.274 0.423
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equation. The values of pK, are shown in Table 4.

The relative surface activity values of the compounds
increased with the alkoxy chain elongation. The values
of relative surface tension were obtained as the average
value from six measurements and are summarized in
Table 4.

Lipophilicity is the key parameter used in quantitative
structure-activity relationships (QSAR), quantitative
structure-property relationships (QSPR), or quantitative
structure-retention relationships (QSRR) studies, for
modelling the biological and physicochemical properties
of large classes of chemical compounds. In many cases,
this molecular parameter strongly correlates with the
biological activity of chemicals, as well as with other
physicochemical properties '?.

The logarithm of partition coefficient between octan-
1-ol and water (log P) is the most widely used parameter
in chemistry, pharmaceutical chemistry, and many other
practical fields 2.

Partition coefficient was determined by the shake-
flask method in octan-1-ol/phosphate medium. The log P
values of the compounds increased with rising molecular
weight of the substances. Degression was found in the
substance with the working label 5d2. The values of log
P are given in Table 4.

Logarithm of the retention factor k, like the
lipophilicity parameter, was obtained by HPLC
method. The results show that the log k values of

evaluated compounds increase with the increasing
number of carbon atoms in the alkoxy chain of the
carbamoyl group. The values of log k are summarized
in Table 4.

The R, values obtained from reversed-phase thin layer
chromatography increased with the side alkyl chain
elongation (Table 4).

This study was supported by the Comenius University grant
No. UK/2/2008.
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/" Abstrakta z akci CFS v éasopisu Cesk4 a slovensk4 farmacie N

Redakce casopisu Cesk4 a slovenskd farmacie nabizi moZnost zvefejiiovat limitované mnoZstvi abstrakt
z odbornych akci pofddanych Ceskou farmaceutickou spole¢nosti, napiiklad sympozii,
seminafi, pracovnich dnd apod.
Jednotliva abstrakta (pismo Courier New, velikost 12, fadkovani 2), by neméla presdhnout
1 rukopisnou stranu formatu A4.
Pocet abstrakt piedem dohodnou piedsedové pfislusnych sekei, které akci poradaji,
piipadné osoby zodpovédné za akci s redakci ¢asopisu, kterd poskytne i bliZsi informace.
Lze zvefejnit rovnéZ na internetovych strankach CFS (www.cfs-cls.cz)

Kontakt:
doc. RNDr. Pavel Komarek, PhD., vedouci redaktor, Katedra farmaceutické technologie a kontroly 1é¢iv IPVZ
100 05 Praha 10, Ruska 85, e-mail: komarek @ipvz.cz, tel.: 271 019 278
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