Thalictricoside, a New Phenolic Compound from Thalictrum orientale

F. Zerrin Erdemgil®*, Kemal Hiisnii Can Baser?, Pinar Akbay®, Otto Sticher®, and
Thsan Calis®

2 Medicinal and Aromatic Plants and Drug Research Centre (TBAM), Anadolu University,
26470 Eskisehir, Turkey. Fax: 02223350750. E-mail: zerdemgi@anadolu.edu.tr

® Department of Applied BioSciences, Swiss Federal Institute of Technology (ETH) Zurich,
CH-8057 Zurich, Switzerland

¢ Department of Pharmacognosy, Faculty of Pharmacy, Hacettepe University,
TR-06100 Ankara, Turkey

* Author for correspondence and reprint requests
Z. Naturforsch. 58¢, 632-636 (2003); received February 10/March 31, 2003

From the underground parts of Thalictrum orientale Boiss., a new phenolic compound 1
was isolated in addition to one known cyanoglycoside, lithospermoside (2). For the structure
elucidation of all compounds, 1D- and 2D-NMR techniques (DEPT, COSY, HMBC, HSQC)
and MS (HR-MALDI) were used. The structure of the new compound was established as 2-

(4'-hydroxyphenyl)-nitroethane-4'-O-[-xylopyranosyl-(1—6)-f-glucopyranoside] (1).
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Introduction

The genus Thalictrum belongs to the Ranuncu-
laceae family and is commonly known as ‘meadow
rue’ (Schiff and Doskotch, 1970). The Thalictrum
species are perennial herbaceous plants which are
distributed in the temperate and tropical regions
of the world (Bahadur and Shukla, 1983). Nine
species of Thalictrum are known to grow in Tur-
key, namely; T. aquilegifolium L., T. flavum L., T.
foetidum L., T. isopyroides C. A.Meyer, T. lucidum
L., T minus L., T. orientale Boiss., T. simplex L.,
T. sultanabadense Stapf, and three varieties of T.
minus L. var. majus (Crantz) Crepin, var. minus
L., and var. microphyllum Boiss. (Davis, 1965).
Throughout the world, Thalictrum species have
been used as stomachic, tonic, bitter, aperient, and
for the treatment of snake bite, jaundice, rheuma-
tism, etc. (Schiff and Doskotch, 1970). Thalictrum
species have been extensively studied for their
alkaloidal content. Several Thalictrum alkaloids
have been reported to exhibit antitumor, antimi-
crobial, antitussive and hypotensive effects (Schiff
and Doskotch, 1970). On the other hand, chemical
studies on Thalictrum species have resulted in the
isolation of cyanogenic glycosides, cycloartane gly-
cosides, oleanane glycosides, flavone-C and O-gly-
cosides (Sharples et al., 1972; Yoshimitsu et al.,
1992; Yoshimitsu et al., 1994; Gromova et al., 1998;
Wagner et al., 1971).

The first study in Turkey on the alkaloids of
Thalictrum was achieved with T. lucidum in Tur-
key by Baytop and Berghmans (1975). Baser er al.
have studied the alkaloids of several Thalictrum
species (Baser, 1986; Baser and Kirimer, 1987;
1988; Baser and Ertan, 1990; Ertan and Baser
1997; Kirimer and Baser, 1991). Fifty eight alka-
loids including twelve new compounds have been
isolated and characterized by chromatographic
and spectral studies (Erdemgil er al., 2001a). Re-
cently, berberine, fuzitine and fangchinoline were
isolated from Thalictrum orientale (Erdemgil et al.,
2000; 2001b). Here we report on the isolation and
characterization a new phenolic compound, thalic-
tricoside (2) from T. orientale which is known as
‘Kayaotu’ in Nigde, Turkey. No pharmacological
study and ethnomedical use of this plant has been
reported (Erdemgil, 1999).

Materials and Methods
General experimental procedures

Optical rotation was measured on a Perkin-
Elmer 141 polarimeter using a sodium lamp oper-
ating at 589 nm. UV spectra were performed on a
Shimadzu UV-160A spectrophotometer. NMR
measurements in pyridine-ds and CD3;OD were
performed on Bruker AMX 300 and DRX 500
spectrometers operating at 300 and 500 MHz for
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'H and 75.5 MHz for !3C, respectively, using the
XWIN NMR software package for the data
acquisition and processing. HR-MALDI mass
spectra were obtained on an IonSpec Ultima
FTMS spectrometer (IonSpec, California, USA)
by using 2,5-dihydroxybenzoic acid (DHB) as
matrix.

Plant material

T. orientale was collected from Nigde, Ulukisla,
Horoz village, in Turkey in June 1996, at an alti-
tude of a ca. 1000 m. Voucher specimens have
been deposited at the Herbarium of Faculty of
Pharmacy, Anadolu University, Eskisehir, Turkey
(ESSE 13296).

Extraction and isolation

The air-dried, coarsely powdered roots and rhi-
zomes (1kg) of T orientale were extracted with
80 % MeOH in H,O (61 x 2) under reflux for 8 h
at 50 °C and filtered. The filtrate was concentrated
to dryness in vacuo (260 g, yield 26 %). The extract
was dissolved in H,O (500 ml) and partitioned
with CHCl; (150 ml x 4) and BuOH (750 ml x 3),
respectively. The chloroform phase was evapo-
rated to dryness in vacuo (1.59 g) and the butanol
phase was concentrated by rotary evaporation
yielding 17.0 g of butanolic extract. The butanol
soluble part of the methanolic extract (17.0 g) was
subjected to VLC using silica gel (Kieselgel 60,
30 g), employing CHCl;, CHCl;-MeOH (90:10)
and CHCIl;-MeOH-H,O (90:10:1—50:50:5) and
MeOH as the eluents. 12 main fractions were col-
lected (fraction A-L); A (26 mg), B (1.233 g), C
(28 mg), D (148 mg), E (155mg), F (146 mg), G
(771 mg), H (948 mg), 1 (416 mg), J (1.554 g), K
(4.142 g) and L (995 mg). Fraction I (416 mg) was
applied to MPLC (column dimensions: 45 X
2.5cm) using Lichroprep RP-18 as a stationary
phase and eluted with MeOH-H,O mixtures (10—
100 %) to give eighteen fractions (fraction volume;
100 ml). Fraction G (82 mg) was subjected to a Si
gel (30g) column using (EtOAc-MeOH-H,0)
(100:10:5; 200 ml; 100:15:5, 100 ml; 100:15:10,
100 ml; 100:20:10, 100 ml; 100:30:20, 100 ml) to
yield compound 1 (frs. 19-20, 8.3 mg). Fraction K
(4.142 g) was subjected to MPLC (column dimen-
sions: 460 x 26 mm) using Lichroprep RP-18 as a
stationary phase and eluted with MeOH-AcN-H,0
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mixtures with increasing polarity (20:5:75—
80:10:10) and MeOH to yield twenty four fractions
(fraction volume; 250 ml). Fraction B and C were
combined (2.332 g) and was subjected to normal
phase silica gel (100 g) column chromatography
using CHCIl3;-MeOH-H,0O-NH,OH mixture
(61:32:5:1, v/v/v/v) yielding compound 2 (frs. 1—
6; 57.79 mg).

Thalictricoside (1): Amorphous colorless pow-
der; [a]® - 57.9° (¢ = 0.1, MeOH); HR-MALDIMS
m/z: 484 [M+Na]*, 413 [M-NO,|*; UV Apax
(MeOH, nm): 224 (2.51), 272 (2.00); 'H-NMR
(500 MHz, CD3;OD) and !3C-NMR (CD;OD,
75.5 MHz): Table 1.

Lithospermoside (2): Amorphous colorless pow-
der; [a]® — 41° (c = 0.1, MeOH); HR-MALDIMS
m/z:313.1041 [M+Na]*; UV A.x (MeOH, nm): 207
(sh), 229, 275; IR vy, (KBr, cm~!) 3346 (OH),
1722 (ester C=0), 1457 (aromatic ring); 'H-NMR
(300 MHz, CDs;OD) and !3C-NMR (CD;OD,
75.5 MHz): Table II.

Results and Discussion

The butanol-soluble part of the methanolic ex-
tract of the underground parts of 7. orientale was
separately fractionated by vacuum liquid chroma-
tography (VLC). After repeated chromatography
(medium-pressure liquid chromatography =
MPLC) of these fractions, a new compound (1)
and the known compound lithospermoside (2)
were isolated.
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2 Lithospermoside
OH
Fig. 1. N-containing glycosides (1, 2) from Thalictrum or-
ientale.
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The positive-ion HR-MALDI of compound 1
exhibited a pseudomolecular ion peak for [M +
Na]* at m/z 484 which is compatible with the mo-
lecular formulae C;9H,;0,N. The UV spectrum
of 1 (Apax 224 and 272 nm) was characteristic for
phenolic compounds. Analysis of the 'H-NMR
spectrum of 1 (Table I) revealed the presence of a
diglycosidic structure with a phenylethyl moiety.
The anomeric proton resonances at oy 4.32 (d, J =
7.5 Hz) and 4.87 (d, J = 7.7 Hz) suggested the pres-
ence of two sugar units in 1. The complete assign-
ments of all proton and carbon resonances were
based on the DQF-COSY, HSQC and HMBC ex-
periments. The DEPT and !3C-NMR spectra
showed a total of 19 carbons consisting of four
methylene, thirteen methine and two quaternary
carbon resonances. Of the carbon signals eleven
were attributed to the sugar moieties. This obser-
vation led us to consider the presence of hexose
and pentose units. The signals belonging to the
sugar units (Table I) were assigned by the help
of COSY and HSQC experiments, indicating the
presence of f-glucose and f-xylose units. In the
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HMBC experiment, the long-range correlation be-
tween the C-6" (d¢ 69.7) of glucose unit and the
anomeric proton of xylose (H-1"; oy 4.32) indi-
cated the presence of S-xylopyranosyl-(1—6)-3-
glucopyranoside. The remaining carbon and pro-
ton signals suggested the presence of a p-substi-
tuted phenylethyl moiety. Two aromatic signals
observed as an AA’'BB’ system at dy 7.07 and 7.19
(Jag= 8.7 Hz) confirmed this assumption. Addi-
tionally, an isolated spin system observed at
Oy 3.24 and 4.67 (each t, J = 6.9 Hz) was attributed
to an ethylene bridge-taking place in between a
phenyl ring and a heteroatom. The connectivities
between two molecular fragments were resolved
by an HMBC experiment. The long-range correla-
tions between C-4 (¢ 158) of phenyl moiety and
the anomeric proton of glucose (dy 4.87, H-1")
unit revealed the site of glycosidation; while C-1’
(¢ 131.6) of the phenyl moiety showed the long-
range correlations to the methylene protons
(011 4.67 and 3.24; H,-1 and H,-2, respectively) of
the ethylenic fragment. Positive ion HR-MALDI
mass spectrum of 1 exhibited [M + Na]* peak at

Table I. 'H and '*C NMR spectroscopic data and HMBC correlations for thalictricoside (1), ("H NMR, 500 MHz;

13C NMR, 75.5 MHz).*

C/H Atom dc (ppm) DEPT-135 Oy (ppm), J [Hz] HMBC (from C to H)
Aglycone
1 77.5 CH, 4.67 t (6.9) H-2', H-6', H,-2
2 33.6 CH, 3.24 t (6.9) H,-1
1’ 131.6 C - H-2', H-6', H,-1 H,-2
2 130.8 CH 7.19 d (8.7)
3 118.0 CH 7.07 d (8.7)
4' 158.1 C - H-1", H-2', H-3', H-5', H-6’
5 118.0 CH 7.07 d (8.7)
6’ 130.8 CH 7.19 d (8.7)
Glucose
1" 102.1 CH 4.87 d (7.7)
2" 74.8 CH 3472
3" 77.6 CH 3.452
4" 71.4 CH 337t (9.5)
5" 77.4 CH 3.36 ddd (9.5/6.4/1.8)
6" 69.7 CH, 4.10 dd (11.7/1.8)
3.76 dd (11.7/6.4)
Xylose
1" 105.3 CH 4.32d (7.5) H,-6", 5, H-5",
2" 75.0 CH 3.19 dd (7.5/9.0)
3" 77.5 CH 327 t (9.0)
4" 71.2 CH 347 m
5" 66.9 CH, 3.82 dd (11.4/5.3)

3.10 dd (11.4/10.3)

* All proton and carbon assignment are based on 2D NMR (DQF-COSY, HSQC and HMBC).

2 Signal patterns are unclear due to overlapping.
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m/z 484.141. The fragment ion appearing at m/z
413.3 [M-NO,]* suggested the presence of a NO,
group on the ethylenic side chain. This assumption
was also confirmed by the chemical shift value of
one of the methylene signals observed at oy 4.67
(H,-2). This chemical shift value assigned to the
methylene signal next to the NO, group was in
good agreement with those reported for aliphatic
nitro derivatives (Pretsch et al., 1981). Based on

these results, the structure of 1 was established as
2-(4'-hydroxyphenyl)-nitroethane-4’-O-[-xylopy-
ranosyl-(1—6)-3-glucopyranoside]. For this novel
structure thalictricoside was proposed as trivial
name.

The spectroscopic data (Table II) for compound
2 were found to be identical with those reported
for lithospermoside, a cyanoglucoside isolated pre-
viously from 7. rugosum (Wu et al., 1979).

Table II. 'H and '*C NMR spectroscopic data and HMBC correlations for lithospermoside (2) ('"H NMR, 500 MHz;

1BC NMR, 75.5 MHz).*

C/H Atom d¢ (ppm) DEPT-135 Oy (ppm), J [Hz] HMBC (from C to H)
Aglycone
156.4 C - H-2, H-3, H-5,
H-6, H-7,
2 126.6 CH 6.22 br d (9.9) H-3, H-6, H-7
3 139.7 CH 6.35 dd (9.9/2.3) H-2
4 71.7 CH 472 br s H-2
5 76.1 CH 4.492 H-6
6 77.4 CH 5.28 d (8.0) H-1’, H-2, H-7
7 97.1 CH 5.60 br s H-2, H-6
8 117.9 C - H-2, H-6, H-7
Glucose
1’ 104.4 CH 5.67d (7.7) H-6
2 752 CH 4.38 dd
3 78.5 CH 4.242
4' 71.5 CH 4232
5’ 78.6 CH 398 m
6’ 63.1 CH, 455 m
435 m

* All proton and carbon assignment are based on 2D NMR (DQF-COSY, HSQC and HMBC).

@ Signal patterns are unclear due to overlapping.

Unauthenticated
Download Date | 3/23/20 12:44 AM



636

Bahadur S. and Shukla A. K. (1983), Studies on native
medicinal plants. I. The quaternary alkaloids of Thal-
ictrum javanicum. J. Nat. Prod. 46, 454—-457.

Baser K. H. C. (1986), Current research into alkaloids of
the Anatolian Thalictrum species. In: New Trends in
Natural Products Chemistry (Att-Ur-Rahman and Le
Quesne, P. W,, eds.). Amsterdam, pp. 45-58.

Baser K. H. C. and Kirimer N. (1987), Alkaloids of Ana-
tolian Thalictrum aquilegifolium. Fitoterapia, 58,
142-143.

Baser K. H. C. and Kirimer N. (1988), Northalibroline.
A new bisbenylisoquinoline alkaloid from Thalictrum
minus var. minus. Planta Med. 54, 513-515.

Baser K. H. C. and Ertan A. (1990), Alkaloids of Ana-
tolian Thalictrum foetidum. Planta Med. 56, 337.

Baytop T. and Berghmans M. (1975), Sur les alcaloides
quaternaires du Thalictrum lucidum. J. Pharm. Sci. 11,
58-64.

Davis P. H. (1965), Flora of Turkey and the East Aegean
Islands. Edinburgh Univ. Press. Vol. 1, pp. 199-201.
Erdemgil F. Z. (1999), Alkaloids from Thalictrum orien-

tale Boiss. Ph. D. Thesis, Anadolu University, Eskisehir.

Erdemgil F. Z., Baser K. H. C., and Kirimer N. (2001a),
Recent studies on the alkaloids of Anatolian Thal-
ictrum species. Acta Pharm. Turcica 43, 185-188.

Erdemgil F. Z., Telejenetskaya M. V., Baser, K. H. C.,
and Kirimer N. (2000), Alkaloids of Thalictrum orien-
tale growing in Turkey. Khim. Prir. Soedin. No. 2, 177.

Erdemgil F. Z., Telejenetskaya M. V., Baser K. H. C.,
Levkovich M. G., Abdullaev N.J., and Kirimer N.
(2001b), Alkaloids of Thalictrum orientale. Khim. Prir.
Soedin. No. 3, 251-252.

Ertan A. and Baser K. H. C. (1997), Alkaloids of Thal-
ictrum isopyroides, Proc. XIst Meeting on Plant Drugs,
Ankara, pp. 389-392.

F. Z. Erdemgil et al. - N-Containing Glycosides from Thalictrum orientale

Gromova A. S, Lutsky V. 1., Semenov A. A., Li, D., and
Owen N. L. (1998), The elucidation of the structure of
thalicoside F. A minor oleanane glycoside from Thal-
ictrum minus L. Phytochemistry 47, 437-440.

Kirimer N. and Baser K. H. C. (1991), Alkaloids of Ana-
tolian Thalictrum minus var. majus. Planta Med. 57,
587.

Pretsch E., Clerc T., Seibl J., and Simon W. (1981), Tabel-
len zur Strukturaufkldrung organischer Verbindungen
mit spektroskopischen Methoden. Springer Publ.,
Berlin.

Schiff P. L. and Doskotch R. W. (1970), Thalictrum Al-
kaloids. Lloydia 33, 403-452.

Sharples D., Spring M. S., and Stoker J. R. (1972), Bio-
synthesis of the major cyanogenic glycoside of Tha-
lictrum aquilegifolium. Phytochemistry 11, 2999—
3002.

Wagner H., Iyenger M. A., and Beal J. L. (1971), Fla-
vone-C-glycosides VIII. Flavone-C- and -O-glycosides
in Thalictrum. Phytochemistry 10, 2553 -2554.

Wu J., Fairchild E. H., Beal J. L., Tomimatsu T., and
Doskotch R. W. (1979), Lithospermoside and dasycar-
ponin, cyanoglucosides from Thalictrum. J. Nat. Prod.
42, 500-511.

Yoshimitsu H., Hayashi K., Kumabe M., and Nohara T.
(1994), Triterpene glycosides from thalictri herba. II.
Chem. Pharm. Bull. 42, 101-104.

Yoshimitsu H., Hayashi K., Shingu K., Kinjo J., Yahara
S., Nakano K., Murakami K., Tomimatsu T., and No-
hara T. (1992), Two new cycloartane glycosides, Thal-
ictosides A and C from Thalictrum thunbergii DC.
Chem. Pharm. Bull. 40, 2465-2468.

Unauthenticated
Download Date | 3/23/20 12:44 AM



