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Abstract

Total alkaloid extract of the leaves of Siparuna sessiliflora was analyzed by gas chromatography coupled to a
mass detector (GC-MS) and nuclear magnetic resonance (NMR). Ushinsunine and 4'-O-methyl-N-
methylcoclaurine, were identified as major compounds, along with liriodenine, corydine, N-
methyllaurotetanine, boldine, N-methylcoridaldine, nornuciferine, stepholidine and nantenine. The alkaloids
ushinsunine, 4'-0O-methyl-N-methylcoclaurine and liriodenine were isolated and their identities confirmed by
MS and NMR. Antifungal activity of alkaloid total extract was evaluated against Fusarium oxysporum,
Alternaria sp. and Aspergillus niger, displaying low antifungal activity against these strains.
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Introduction

The Siparuna genus (family Siparunacea), is widely
distributed in the southern hemisphere, mainly in
tropical regions of South America. Some species of
this genus, are used empirically in traditional
medicine by several indigenous communities,
reason why many of these species are considered
promising [1,2]. This genus is characterized for
producing secondary metabolites such as
sesquiterpenes, benzyltetrahydroisoquinoline,
aporphine alkaloids and flavonoids [1].

The Siparuna sessiliflora species (common name
limoncillo de monte) is used by some indigenous
communities in Colombia to treat a variety of health
problems such as fever, headache, rheumatism,
herpes and insect bites [2], however, there are only
a few reports related to the phytochemical studies
and the evaluation of its biological activity [3,4].

In order to contribute to the knowledge of this
species, we undertook a study focused on the
identification and evaluation of the antifungal
activity of the alkaloids present in their leaves. Here
in we report the results found in this regard.

Methods

General experimental procedures

'H and 13C NMR spectra were acquired on a Bruker
Avance spectrometer (300 and 75 MHz,
respectively) in CDCl;. All chemical shifts were
quoted in respect to residual proton signals of CDCl,
and methanol-d,. GC-MS analyses were performed
on an Agilent 6850 series Il gas chromatograph
coupled to an Agilent 5975B VL mass spectrometer
(electron ionization, 70 eV) equipped with
split/splitless inlet (split relation 20:1, 280°C),
Agilent 6850 series automatic injector, and Agilent
HP-5MS column (30 m x 0.25 mm x 0.25 um); initial
oven temperature 100°C, then a temperature ramp
of 15°C/min to 180°C (hold 1 min); and then a
temperature ramp of 5°C/min to 315°C (hold 8
min); total run time 41.33 min. Column
chromatography (CC) was performed with silica gel
(130-270 mesh). Preparative thin-layer
chromatography (pTLC) and thin-layer
chromatography (TLC) were performed on silica gel
plates GF,c, (20 x 20 cm with a layer thickness of
1.0 mm and 0.2 mm) and developed under UV (254
nm) fluorescence.

Plant Material

Leaves of the species Siparuna sessiliflora were
collected in the environmental path Mogambo, on
the sidewalk Brasil, municipality of Viota
(Cundinamarca, Colombia) and a voucher of the

species was included in the collection of the
herbarium of the Pontificia Universidad Javeriana
with identification number 013690.

Preliminary phytochemical screening

A sample of 50 g of dried and ground leaves was
used to carry out preliminary screening tests to
stablish the presence or absence of components like
saponins, phenolic compounds, alkaloids, tannins,
flavonoids and triterpenes [5].

Alkaloids extraction

A sample of 844 g of dried and ground plant material
was extracted with petroleum ether at room
temperature to remove non polar compounds and
after that, was placed into a Soxhlet using
dichloromethane and refluxed for 7 days. The solvent
was evaporated under low pressure and the residue
was extracted with 5% HCI. The aqueous phase was
basified with NH,0OH to pH > 8 and again extracted
with dichloromethane. The organic phase was dried
with anhydrous Na,SO,, filtered and concentrated to
produce 1.047 g (0.124%) of total alkaloid extract.

Purification and identification of alkaloids

Total alkaloid extract was analysed by GC-MS and
compounds were primarily identified by comparison
of standard spectra library NISTO5a.L and NMR
profile. This extract (1 g) was partitioned by CC with
10 g of silica gel inactivated with 1 mL of water, using
the following solvents: hexane (150 mL),
dichloromethane (150 mL), ethyl acetate (200 mL)
and methanol (200 mL). Ethyl acetate fraction (586.7
mg) was chromatographed by CC using silica gel (30
g) inactivated with 3 mL of water, eluting with a
gradient of dichloromethane—ethyl acetate-methanol
to afford three subfractions: Fr. 1 (173.4 mg), Fr. 2
(207.8 mg) and Fr. 3 (105.9 mg). Fr. 1 was separated
by pTLC to obtain two compounds (compound 1:
54.5 mg and compound 2: 23.4 mg). Fr. 2 was
separated by CC to obtain compound 3 (123.4 mg).
These isolated compounds were analysed by NMR
and GC-MS.

Antifungal susceptibility testing

These assays were carried by M38-A broth
microdilution method [6], changing RPMI broth by
Muller Hinton supplemented with glucose 2% [7],
against Aspergillus niger, Fusarium oxysporum and
Alternaria sp., at concentrations from 0.75 mg/mL to
4 mg/mL.
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Results and Discussion

Preliminary phytochemical screening

To characterize the qualitative chemical profile,
preliminary phytochemical tests were accomplished
showing positive results for flavonoids, phenolic
compounds, triterpenes and alkaloids; and negative
for tannins and quinones.

Purification and identification of alkaloids

Total alkaloid extract of leaves of S. sessiliflora was
analysed by GC-MS and this primary approach was
complemented with the analysis of NMR profiles,
allowing to identify ushinsunine and 4'-O-methyl-N-
methylcoclaurine as major compounds. Comparison
of MS spectra with library NISTO5a.L showed also
the presence of liriodenine, corydine, N-
methyllaurotetanine, boldine, N-methylcoridaldine,
nornuciferine, stepholidine and nantenine.

Column and preparative thin layer chromatography
allowed isolating compounds 1, 2 and 3 whose
identities were stablished and confirmed by GC-MS,
NMR and the comparison with literature reports, as
ushinsunine [8], liriodenine [9] and 4'-O-methyl-N-
methylcoclaurine [10] respectively.

Ushinsunine (an aporphinic alkaloid) and 4'-O-
methyl-N-methylcoclaurine (an isoquinoline
alkaloid) have not been reported before in plants of
Siparuna genus, while liriodenine is widely spread in
species of this genus according to literature reports
[1].

Ushinsunine differentiates, in 'H NMR from its
diastereoisomer oliveroline, from the J coupling
constant value of hydrogens H-7a and H-8. In
oliveroline, these hydrogens have a relative
configuration trans, showing a coupling constant of
11.5 Hz [11], bigger than the coupling constant of
these hydrogens in unshinsunine, which is in the
order of 2.7 Hz [8], typical for a relative
configuration cis.

(-)-Ushinsunine (1)

'H NMR (300 MHz, CDCl,, d/ppm, J/Hz): 2.66 (3H, s,
N-CH,), 2.71-2.81 (2H, m, H-5 and H-6), 3.11-3.23
(2H, m, H-5,6), 3.37 (1H, m, H-8), 4.95 (1H, d, ) =2.7
Hz, H-7a), 5.98 and 6.13 (1H, d, J = 1.5 Hz, -OCH,0-),
6.58 (1H, s, H-4), 7.30-7.35 (1H, m, H-10), 7.43-7.48
(1H, m, H-9,11), 8.15 (1H, dd, J=8.1and 1.4 Hz,
H-12).

13C RMN (75 MHz, CDCly): 28.63 (C-5), 43.33
(N-CH,), 53.32(C-6), 66.21 (C-8), 66.98 (C-7a),
100.95 (C-2), 107.76 (C-4), 115.41 (12-b), 121.68,
127.49, 127.96, 128.39, 129.47, 129.84, 130.31,
134.56,142.97,147.35.

4'-0-Methyl-N-methylcoclaurine (3):

'H RMN (300 MHz, CD,0OD d/ppm): 2.50 (3H, s, N-
CH,), 2.76-2.78 (1H, m, H-4), 2.78-2.8 (1H, m, H-3),
2.80-2.84 (1H, m, H-1a), 2.90-2.92 (1H, m, H-4), 3.08-
3.12 (1H, m, H-1a), 3.2-3.24 (1H, m, H-3), 3.75-3.77
(1H, m, H-1), 3.78 (3H, s, O-CH,), 3.82 (3H, s, O-CH,),
6.09 (1H, s, H-8), 6.66 (1H, s, H-5), 6.82 (2H, d, ] = 8.6
Hz, H-3’ y H-5’), 7.02 (2H, m, d, ] = 8.6 Hz, H-2'y H-
6’).

13C RMN (75 MHz, CDCl,, d/ppm): 24.34 (C-4), 39.14
(C-1a), 40.99 (N-CH;), 46.05 (C-3), 54.19 (O-CH,),
54.87 (O-CH,), 64.55 (C-1), 111.11 (C-5), 113.31 (C-
3’), 114.29 (C-8), 128.30 (C-1’), 128.32(C-8a), 130.23
(C-2), 130.80 (C-4a), 143.7 (C-6), 146.6 (C-7), 158.28
(C-4').

Antifungal activity

Minimal inhibition concentration (MIC) of alkaloid
total extract was evaluated against fungus Alternaria
sp., Fusarium oxysporum and Aspergillus niger, using
broth microdilution susceptibility tests. Total alkaloid
extract displayed a MIC of 2 mg/mL against Fusarium
oxysporum and 4 mg/mL against Alternaria sp. It was
not found the MIC against Aspergillus niger even at
the highest concentration evaluated of 4 mg/mL.

In our search, no reports were found about the
biological activity of ushinsunine, whereas 4'-O-
methyl-N-methylcoclaurine was found to be
reported as a potential antihypertensive agent [10].
In conclusion, the chemical identity of the mayor
compounds of a total alkaloid extract of the leaves of
Siparuna sessiliflora species is reported, being the
first time that ushinsunine and 4'-O-methyl-N-
methylcoclaurineare reported in plants of Siparuna
genus. This total extract showed low antifungal
activity against Fusarium oxysporum, Alternaria sp.
and Aspergillus niger.
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