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Two novel diterpenoids, japodagricanones A (1) and B (2), along with their biogenetically related
diterpenoid 15-epi-4E-jatrogrossidentadion (3), were isolated from the leaves and twigs of
Jatropha podagrica. Japodagricanones A (1) and B (2) are the first C-5-nor lathyrane-type
diterpenoids. Their structures were established using spectroscopic data, including MS, NMR and
ECD data. A plausible biosynthetic pathway for their generation was also proposed.

© 2014 Elsevier B.V. All rights reserved.

1. Introduction

The Jatropha genus (Euphorbiaceae) comprises approxi-
mately 175 species distributed mainly in the tropics and
subtropics of Asia, Africa, and Latin America. Three species,
Jatropha curcas, Jatropha podagrica, and J. multifida have been
introduced to China [1]. In recent years, various structurally
interesting natural products, especially the diterpenes includ-
ing rhamnofolane, daphnane, tigliane, and lathyrane-type
diterpenoids, have been isolated from this genus [2-5]. Some
of these diterpenoids exhibit interesting bioactivities, including
anti-tumor, anti-bacterial, and cytotoxic properties [3,6], which
arose the chemists' interest for their total synthesis [7,8]. In the
current study, the novel diterpenoids japodagricanones A
(1) and B (2), along with the biogenetically related diterpenoid
15-epi-4E-jatrogrossidentadion (3) [9], were isolated from the
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leaves and twigs of J. podagrica. We report herein the isolation,
structure elucidation, and bioactivities of the new compounds.

2. Experimental
2.1. General experiment procedure

Optical rotations were performed on a Jasco P-1020
polarimeter. UV spectra were measured with a Shimadzu UV
2401 PC spectrometer. IR spectra were recorded on a Bruker
Tensor-27 infrared spectrophotometer with KBr disks. 1D and
2D NMR spectra were detected on a Bruker AV-600 MHz
instrument with TMS as internal standard. EIMS and HREIMS
were carried out on a Waters AutoSpec Premier P776
instrument. ECD spectra were obtained with an Applied
Photophysics Chirascan spectrometer. Silica gel G (100-200
mesh, Qingdao Makall Group Co., Ltd.), MCI gel CHP 20P
(75-150 pm, Mitsubishi Chemical Corporation, Tokyo),
Sephadex LH-20 (40-70 pum, Amersham Pharmacia Biotech
AB, Uppsala, Sweden), and Silica gel H (10-40 m) were used
for column chromatography. Semi-preparative HPLC was
performed by using a CHIRALCEL OD-H 10 x 250 mm.
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2.2. Plant material

The leaves and twigs of J. podagrica were collected from
Xishuangbanna of the Yunnan province, People's Republic of
China, in August 2012. The plant was identified by Shuncheng
Zhang (Xishuangbanna Tropical Botanical Garden, Chinese
Academy of Sciences). A voucher specimen (H20120808) was
deposited at the Key Laboratory of Phytochemistry and Plant
Resources in West China, Kunming Institute of Botany, Chinese
Academy of Sciences.

2.3. Extraction and isolation

The air-dried and powdered leaves and twigs (15 kg) of
J. podagrica were extracted with MeOH (3 x 25 L) three times (4,
3, and 3 h, respectively) under reflux. The solvent were
evaporated under reduced pressure to give the crude extracts,
which were suspended in H,O and then partitioned with
petroleum ether and EtOAc successively to give two correspond-
ing portions (236.3 and 60.8 g). The petroleum ether-soluble
portion (236.3 g) was subjected to column chromatography
over silica gel (80-100 mesh) using petroleum ether-EtOAc
(20:1 — 0:1) to afford four fractions (A-D). Fraction B (24.6 g)
was subjected to MCI silica gel, C18 silica gel, and Sephadex LH-
20, and then further purified by semipreparative HPLC with a
CHIRALCEL OD-H 10 x 250 mm (hexanes/2-propanol 96:4, flow
2.5 mL/min, UV detection at Ap.x = 210 nm) to obtain
japodagricanone A (1, 4.0 mg, tg = 30.0 min), japodagricanone
B (2,2.8 mg, ty = 34.0 min). Subfraction was partitioned by silica
gel CC using chloroform-acetone (20:1) to afford compound
3 (30 mg).

Table 1
'H and *C NMR data for 1 and 2 in CDCl.
No. 1 2
o5t 6y (mult; J, Hz)? S5t Sy (mult; J, Hz)?

1 1545 (d) 684 (s) 1547 (d)  6.81(s)

2 146.3 (s) 146.2 (s)

3 205.5 (s) 205.7 (s)

4a 458 (d) 2.82(d, 18.6) 463 (t) 2.71(d, 18.6)

4b 2.48 (d, 18.6) 2.53 (d, 18.6)

6 209.2 (s) 209.0 (s)

7 442 (t) 239 (m, 2H, 441 (t) 237 (t,2H,7.2)
overlapped)

8a 18.8 (t)  1.48-1.42 (m) 189 (t)  1.30(m)

8b 1.35-1.27 (m) 1.40 (m)

9 26.0(d) 0.36 (ddd, 9.4, 26.1(d) 0.6 (ddd, 9.4,
9.0, 6.0) 9.0, 6.6)

10 17.8 (s) 17.7 (s)

1 248(d) 020(dd, 15.0,9.0)  24.1(d) 027 (ddd, 9.4,

8.4,6.6)

12a  291(t) 1.66(m) 295(t) 134 (m)

12b 1.25 (m) 1.28 (m)

13 39.8(d) 242 (m) 392(d) 249 (m)

14 2133 (s) 213.6 (s)

15 82.6 (s) 82.7 (s)

16 105(q) 1.85(s) 105(s)  1.83(s)

17 303 (q) 2.09(s) 303 (q) 2.08(s)

18 293(q) 0.92(s) 294(q) 093 (s)

19 148(q) 0.80(s) 148(q) 0.75(s)

20 19.0(q) 0.96 (d, 6.6) 184(q) 1.10(d,6.6)

2 TH NMR spectra were recorded at 600 MHz, and >C NMR spectrum were
recorded at 150 MHz.

24. Japodagricanone A (1)

Colorless oil, [at]24 D —150.5 (¢ 1.2, MeOH); UV (MeOH)
Amax (10g €) 210 (0.40) nm; IR Vpmax (KBr) 3428, 2926, 1713,
1633, and 1384 cm™'; ECD (2.06 x 103 pM, MeOH), Amax (A€)
300 (—4.8), 234 (+12.3), 205 nm (—12.6); 'H and '>C NMR
data, see Table 1; EIMS m/z 343 [M + Na]*, 663 [2 M + Na|*;
HREIMS m/z 320.1988 [M]* (calcd for 320.1988).

2.5. Japodagricanone B (2)

Colorless oil, [t]24 D +76.1 (¢ 1.2, MeOH); UV (MeOH) Apax
(log €) 211 (0.38) nm; IR Yy (KBr) 3422, 2926, 2857, 1712,
1635, and 1384 cm™'; ECD (2.06 x 10° uM, MeOH), Ajpax (Aé)
302 (+4.0), 233 (—12.0), 204 nm (+11.2); 'H and *C NMR
data, see Table 1; EIMS m/z 343 [M + Na]*, 663 [2 M + Na|*;
HREIMS m/z 320.1993 [M] " (calcd for 320.1988).

2.6. Bioassay

Compounds 1 and 2 were screened for cytotoxicity against
HL-60, SMMC-7721, A-549, MCF-7, and SW-480 human cancer
cell lines using the MTT method [10]. Moreover, the two
compounds were tested for their antimicrobial activity against
three microorganisms, Staphylococcus aureus, Pseudomonas
aeruginosa, and MRSA 98*, using the agar plate punch assay.
The minimum inhibitory concentrations (MICs) of compounds
1 and 2 against MRSA 98* were determined by the two-fold
dilution method [11].

3. Results and discussion
3.1. Structure elucidation

Compound 1 was obtained as a colorless oil. The HREIMS
(m/z 320.1988 [M]™, calcd 320.1988) indicated a molecular
formula of C;9H,504 (six unsaturations). The IR absorptions at
3428 and 1713 cm™ ! indicated the presence of hydroxyl and
carbonyl groups, respectively. The 'H NMR data (Table 1)
indicated the presence of four methyl singlets at 6y 1.85 (s),
2.09 (s),0.92 (s),and 0.80 (s); one methyl doublet at 6, 0.96 (d
6.6); and one olefinic proton signal at &y 6.84 (s). The '3C and
DEPT NMR spectra (Table 1) and HSQC data revealed 19 carbon
signals, including five methyl groups, four methylenes, four
methines, and six quaternary carbons (three ketone carbonyls,
one olefinic, and one oxygenated). The three carbonyl groups
and one double bond occupied four of the six degrees of
unsaturation, and the remaining two degrees of unsaturation
were due to the two rings in the molecule.

Extensive comparison of the 'H and '>C NMR data with
those of a known lathyrane-type diterpene, 15-epi-4E-
jatrogrossidentadion (3) [9], suggested that both com-
pounds possess the same gem-dimethyl cyclopropane ring
and cyclopentenone ring. The striking differences between
the compounds were the absence of the A*® double bond
and the presence of an additional ketone carbonyl group
(6¢c 209.2) in 1. Considering the existence of two rings in 1,
the structure of japodagricanone A (1) was tentatively
considered to contain an open ring system due to the
cleavage of the C-4/C-5 double bond, as confirmed by 2D
NMR studies. The "H-"H COSY correlations of H-13/H»-12,
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Fig. 1. Structures of compounds 1-3.

H,-12/H-11, H-11/H-9, H-9/H,-8, H-8a/H-7, and H-13/H;-20
established the fragment of one side chain, as drawn in bold
in Fig. 2. The presence of a carbonyl group at C-14 (6 213.3)
was evident from the HMBC correlation of H3-20 and H-13 to
C-14. The HMBC correlation of H3-17 to C-6 (6¢ 209.2) and
C-7 and that of H-7 and H-8 to C-6 indicated that the Me-17
was linked to C-7 via a carbonyl group of C-6. The location of
the gem-dimethyl cyclopropane ring system was confirmed
by HMBC correlation from Hs-18 to C-9, C-10, and C-11 and
from Hs-19 to C-9, C-10, C-11, and C-18. The HMBC
correlations from Hs-16 to C-1, C-2, and C-3; H,-4 to C-1,
C-2, C-3, C-14, and C-15; H-1 to C-14 and C-15 established
the cyclopentenone ring, which also indicated that C-15 was
the core linkage of the long side chain and cyclopentenone
ring. Thus, the planar structure of 1 was assigned as shown in
Fig. 2.

The relative stereochemistry of 1 was assigned by ROESY
data and comparison of the NMR spectroscopic data with that
of compound 3. The ROESY correlations of H-9/CH3-18 and
CH3-18/H-11 indicated that H-9 and H-11 were cofacial and
were arbitrarily assigned as a-oriented. However, the observa-
tion of the correlations of CH3-20/H-11 and H-11/H-13
indicated that the linear chain (C-6-C-14) could rotate freely
due to its flexibility. Meanwhile, the proton signal of OH-15 was
unable to be observed in NMR experiments with Pyridine-ds
and DMSO-dg as solvents. Thus, the relative configurations of
H-13 and OH-15 could not be solved from the available NMR
data. The ECD spectrum of 1 revealed a negative Cotton effect at
300 nm (Ag —4.8), 234 nm (A¢ +12.3), and 205 nm (Ag —
12.6), due to the n — m* transition of the o,B-unsaturated
carbonyl moiety. Therefore, the absolute configuration of C-15

1R=a-OH
2R=p4-0OH

Scheme 1. Plausible biosynthetic pathway for 1 and 2.

in 1 was determined to be 15R according to Snatzke's rule
[12,13]. The other three chiral centers of C-9, C-11, and C-13
might have the same absolute configurations as those of 15-epi-
4E-jatrogrossidentadion (3) from a biogenetic perspective [4,9].

Compound 2, obtained as a colorless oil, had the same
molecular formula as 1. The IR, UV, and 'H and '>C NMR spectra
of 2 were very similar to those of 1, indicating that both
compounds had the same planar structure, which was further
confirmed by a detailed analysis of its 2D NMR (HSQC, 'H-'H
COSY, and HSQC) spectra. The reversed ECD data (300 nm, Ag
(+4.0); 233 nm, (—12.0); 205 nm, (+11.2)) compared with
those of 1 (302 nm, Ag (—4.8); 234 nm, (+12.3); 205 nm,
(—12.6)) indicated that 2 was a C-15 epimer of 1 since the ECD
curves of 1 and 2 were contributed mainly by the chromophore
of cyclopentenone [14]. Thus, the absolute configuration of 2
was unambiguously established as shown in Fig. 1.

The biogenetic origin of japodagricanone A (1) might be
derived from isojatrogrossidion, a lathyrane-type diterpenoid
from the title genus [15] (Scheme 1). The key biochemical
reactions were deduced to be the oxidation of the double bond
(C-5/C-6) to form intermediate (ii) with a R-keto aldehyde,
which was subsequently oxidated and decarboxylated to yield
intermediate (iii). Further oxidation would finally generate 1
and 2.

3.2. Bioassay results

Compounds 1 and 2 showed no inhibitory activity against
HL-60, SMMC-7721, A-549, MCF-7, and SW-480 human cancer
cell lines with ICsg > 40 uM. Only compound 2 exhibited weak
activity against MRSA 98 with an MIC value of 25.0 pg/mL.

Isojatrogrossidion

ll{O}

1o0r2

Fig. 2. "H-'H COSY (bold) and key HMBC (arrow) correlations for compound 1.



W.-W. Liu et al. / Fitoterapia 98 (2014) 156-159 159

Acknowledgments

The work was financially supported by the National Natural
Science Foundation of China (No. 31270404) and the Ministry
of Science and Technology (2009CB522303).

Appendix A. Supplementary data

Supplementary data to this article can be found online at
http://dx.doi.org/10.1016/j.fitote.2014.07.021.

References

[1] Li BT, Michael GG. Flora of China. , vol.11Beijing: Science Press; 2008
268-9.

[2] Liu JQ Yang YF, Wang CF, Li Y, Qiu MH. Three new diterpenes from
Jatropha curcas. Tetrahedron 2012;68:972-6.

[3] Devappa RK, Makkar HPS, Becker K. Jatropha diterpenes: a review. ] Am Oil
Chem Soc 2011;88:301-22.

[4] Chianese G, Fattorusso E, Aiyelaagbe OO, Luciano P, Schroder HC, Miiller
WEG, et al. Spirocurcasone, a diterpenoid with a novel carbon skeleton
from Jatropha curcas. Org Lett 2011;13:316-9.

[5] Wang XC, Zheng ZP, Gan XW, Hu LH. Jatrophalactam, a novel diterpenoid
lactam isolated from Jatropha curcas. Org Lett 2009;11:5522-4.

[6] Aiyelaagbe 0O, Adesogan K, Ekundayo O, Glober ]B. Antibacterial
diterpenoids from Jatropha podagrica Hook. Phytochemistry 2007;68:
2420-5.

[7] Schnabel C, Sterz K, Miiller H, Rehbein ], Wiese M, Hiersemann M. Total
synthesis of natural and non-natural A>°A'>'3_jatrophane diterpenes and
their evaluation as MDR modulators. ] Org Chem 2011;76:512-22.

[8] Yang ], Long YO, Paquette LA. Concise total syntheses of the bioactive
mesotricyclic diterpenoids jatrophatrione and citlalitrione. ] Am Chem Soc
2003;125:1567-74.

[9] Aiyelaagbe OO, Gloer JB, Adesogan EK, Ekundayo O. Chemical constituents
of Jatropha podagrica. Fitoterapia 1998;69:381-2.

[10] Mosmann T. Rapid colorimetric assay for cellular growth and survival:
application to proliferation and cytotoxicity assays. ] Immunol Methods
1983;65:55-63.

[11] XuSY, Bian RL, Chen X. Pharmacological experiment methodology. 3rd ed.
Beijing: People's Medical Publishing House; 2002. 1647-1719.

[12] Snatzke G. Circulardichroismus-IX: modifizierung der octantenregel fiir c,
B-ungesdttigte ketone: transoide enone. Tetrahedron 1965;21:421-38.

[13] Hao ZY, Liang D, Luo H, Liu YF, Ni G, et al. Bioactive sesquiterpenoids from
the rhizomes of Acorus calamus. ] Nat Prod 2012;75:1083-9.

[14] Berova N, Di Bari L, Pescitelli G. Application of electronic circular dichroism
in configurational and conformational analysis of organic compounds.
Chem Soc Rev 2007;36:914-31.

[15] Schmeda-Hirschmann G, Tsichritzis F, Jakupovic J. Diterpenes and lignin
from Jatropha grossidentata. Phytochemistry 1992;31:1731-5.


http://dx.doi.org/10.1016/j.fitote.2014.07.021
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0075
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0075
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0005
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0005
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0010
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0010
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0015
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0015
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0015
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0020
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0020
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0025
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0025
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0025
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0030
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0030
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0030
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0030
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0030
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0035
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0035
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0035
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0040
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0040
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0045
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0045
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0045
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0050
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0050
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0055
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0055
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0060
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0060
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0065
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0065
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0065
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0070
http://refhub.elsevier.com/S0367-326X(14)00201-9/rf0070

	Japodagricanones A and B, novel diterpenoids from Jatropha podagrica
	1. Introduction
	2. Experimental
	2.1. General experiment procedure
	2.2. Plant material
	2.3. Extraction and isolation
	2.4. Japodagricanone A (1)
	2.5. Japodagricanone B (2)
	2.6. Bioassay

	3. Results and discussion
	3.1. Structure elucidation
	3.2. Bioassay results

	Acknowledgments
	Appendix A. Supplementary data
	References


