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ABSTRACT: Several phthalides were semisynthesized, includ-
ing a 3,8-dihydrodiligustilide with progesterone-like activity,
previously isolated from Ligusticum chuanxiong, the structure of
which was earlier assigned to a semisynthetic product with
nonidentical spectroscopic constants. The structure of this
natural phthalide was reassigned with a proposal of its absolute
configuration. Phthalides acted as progestins in cell viability
assays, immunofluorescence microscopy, and docking analysis.
Therefore, the structures for natural and semisynthetic
phthalides with potential use in hormone-related therapies
were reassigned.

Progestins are substances that act as progesterone receptor
(PR) agonists and can induce the natural activity of

progesterone.1 These compounds are used in hormone
replacement therapy2−4 and contraception5,6 and for the
treatment of infertility, although there are risks associated
with these uses, such as an increased breast cancer incidence,
depending upon the progestin.4,7 Therefore, identifying new
progestins, with fewer side effects, that could be used for
therapeutic purposes is warranted.
Phthalides are a group of compounds isolated from several

natural sources, such as plants, fungi, and lichens,8 and are
secondary metabolites of some plants belonging to the
Apiaceae family.9 The latter are widely used in traditional
medicines in Asia and North America.8−10 For example,
Ligusticum porteri is employed in folk medicine in Northern
Mexico and Southern USA for headaches, colds, stomach
disorders, diabetes, etc.11,12 The bioactivity of phthalides
correlates in several cases with the traditional uses of the
plants; e.g., compound 1 has antinociceptive activity,13

phthalides 1, 2, rac-3, and rac-4 have sedative effects,14 and
rac-3 is a gastroprotector (see Figure 1).15

Chuanxiong rhizome (L. chuanxiong) is recommended for
menstrual disorders in traditional Chinese medicine, and this
use correlates with the isolation of progestins rac-5 and,
specifically, 6, which activate the PR according to a gene
reporter assay.16,17 However, structure 6 had been previously
assigned to one of the hydrogenation products of rac-3.18

Therefore, two sets of different physical data were allocated to
the same structure, and one was incorrectly assigned. Analysis
of the spectroscopic data allowed us to hypothesize that we
were observing epimers at C3 of 3,8-dihydrodiligustilide.

Herein, we report the semisynthesis of both C3 epimers of
3,8-dihydrodiligustilide from diligustilide (rac-3), the structural
correction and absolute configuration of the bioactive Diels−
Alder adduct of L. chuanxiong (reported as 6), as well as the
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Figure 1. Phthalides from Apiaceae plants.
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evaluation of these compounds as progestins. Theoretical
calculations were also performed to explore the interaction
between phthalides and PR.
In the first stage, the hydrogenation of the natural product

rac-3 (reisolated from L. porteri) was achieved, yielding 3,8-
dihydro- and 3,8,7′,7a′-tetrahydro-derivatives, rac-6 and rac-7,
respectively (Scheme 1), which were characterized through

spectroscopic methods. 1H and 13C NMR assignments of the
obtained compounds (Table 1) were coincident with the
semisynthetic products obtained previously in our group.18

The orientation of the hydrogen attached to C3 of rac-6 was
determined by the NOE existing between this hydrogen (δH
4.56) and the one bonded to C7 (δH 3.18), indicating that
both atoms should be oriented toward the same side of the
molecule. This observation was confirmed by X-ray crystallog-
raphy, which showed that the butyl substituent pointed to the
inner side of the molecule, and the calculated distance between
hydrogens bound to C3 and C7 is 4.780 Å. The structure of
the tetrahydroderivative (rac-7) was also confirmed by X-ray
crystallography (see the Supporting Information), being
consistent with the former observation. Consequently, the
metabolite from L. chuanxiong could not be 6.
A substantial difference in the spectroscopic constants was

the 1H NMR chemical shift of the hydrogen bound to C3,
which is δH 4.56 for the semisynthetic product (rac-6)18 and
δH 4.80 for the natural product isolated from L. chuanxiong.16

We envisaged the possibility of epimerizing rac-6 to confirm
that the natural product corresponded to rac-8. This task was
attempted by reacting rac-6 with DBU in refluxing THF for 24
h and for 30 min upon microwave irradiation. By increasing
the temperature, or the reaction length, a retro-Diels−Alder
reaction was observed. As a result, a separable 1:4 mixture of
rac-8 and rac-6 was obtained (1H NMR control). The

spectroscopic data of compound rac-8 were consistent with
those reported for the L. chuanxiong metabolite (minor
corrections in 13C NMR chemical shifts were performed for
C4 and C8, Table 1). Therefore, the correct structure for this
potent natural progestin is one of the enantiomers of rac-8.
The fact that the progestogenic 3,8-dihydrodiligustilide

isolated from L. chuanxiong was found as an enantiomerically
pure compound could be explained through a Diels−Alder
reaction between (Z)-ligustilide (1) as a diene and one
enantiomer of 3,8-dihydroligustilide as a dienophile. Thus, the
absolute configuration of this substance could be deduced as
follows: considering the characterization of the racemic
epimers at C3 of 3,8-dihydrodiligustilides and that only the
3S-enantiomer of 3,8-dihydroligustilide has been characterized
as a natural product (senkyunolide A, 9), then the biosynthetic
Diels−Alder reaction for producing the enantiomerically pure
adduct (the metabolite of L. chuanxiong)16 should proceed via
a face-differentiated supra,supra approach between the
C3a′si,C6′si face of diene 1 and the C6si,C7re face of 9
(endo-β approach of the dienophile to the diene) to produce
(3′Z,3S,6R,7R,3a′R,6′R)-3,8-dihydrodiligustilide (ent-8 in
Scheme 2).
Thus, ent-8 (not 6) is the structure of the phthalide isolated

from L. chuanxiong. We then verified its activity (and that of
the other phthalides) as progestin.
The T47D cancer cell line viability was determined through

MTT assays. Given that it is a measure of the mitochondrial
metabolic activity, the assay provides information on cell
proliferation. The results showed that rac-6, rac-7, and rac-8
increased cell proliferation after 24 h of treatment, depending
on the concentration (see Figure 2). Of note, rac-6 and rac-7
had a similar effect to that of progesterone (P4). In contrast,
the effect of rac-3 was not significantly different than the
control. The observed effect could be attributed to the
interaction of phthalides with PR because this observation is
consistent with the fact that progestins up-regulate the
proliferation of T47D cells.19−22

The translocation of PR from the cytoplasm to the nucleus,
due to the nuclear translocation signal depending on the
hormone, and its retention there, may be a consequence of
exposure to progestins, which induces PR phosphorylation,
particularly at residue Ser 294.23,24 It was observed through
immunofluorescence microscopy (IMF) that after 20 min of
treatment, phosphorylated PR (phospho294-PR) is distributed
mainly throughout the cytoplasm for the control. The same
occurs for rac-3 and rac-8 (shown in the Supporting
Information). On the other hand, phospho294-PR was in
perinuclear or nuclear localization after treatment with
compounds rac-6 and rac-7 (see Figure 3). This result is
evidence that this phthalide acts as a progestin, i.e., it is an
agonist of PR, capable of inducing its phosphorylation, which
in turn allows for the translocation of this nuclear receptor
from the cytoplasm to the nucleus after 20 min, where it
remains and activates signaling pathways concerning PR
function.
Furthermore, molecular docking of tested phthalides (both

enantiomers of rac-3, rac-6 and rac-8) on PR supported the
agonist activity of these compounds toward this protein.
Docking calculations between the studied phthalides and PR
(using three different crystallized structures of this protein,
4APU,25 3ZR7,26 and 1ZUC27), performed in both AutoDock
4.228 and AutoDock VINA,29 showed that all of the tested
phthalides interact with the protein near the ligand binding

Scheme 1. Derivatization of Diligustilide (rac-3)a

aReagents: (a) H2/Pd−C (rac-6: 66%, rac-7: 12%); (b) DBU/THF
(MW or reflux, rac-8: 18%).
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domain (LBD), similar to progesterone and other agonists.25,30

The respective docking scores are shown in Table 2. On the

basis of these results, all proven natural and semisynthetic
phthalides could be PR agonists.

As mentioned above, these compounds were located near
the LBD, consistent with the experimental results of the
activity of phthalides as progestins. Of note, the calculated
affinity energies were similar among the tested compounds.
For example, in the case of structure 4APU using AD4, the
energies for all of the compounds are in the range of −10.44
and −11.14 kcal/mol, like P4. With VINA, a similar behavior
was observed, and the range was between −4.7 and −5.3 kcal/
mol, very close to, and similar to, P4. In particular, we found
that compound 6 showed an interaction between the sulfur
(from residue Met-756) and carbonyl oxygen from the ligand,
as shown in Figure 4 (S−O attractive interactions, though

counterintuitive, are common).31 The correct interaction of
ligands with this residue is relevant to increase agonistic
activity, which correlates with the in vitro results for rac-6.26

Hence, we demonstrated that, despite the misassignment of
the structure of the compound from L. chuanxiong (ent-8), it
actually acts as a progestin, as do other hydrodiligustilides.
Furthermore, this class of compounds could be a family of
phytoprogestins useful in therapy, different from the natural
flavonoids displaying this activity.32,33 The impact of any side
effects of these phthalides and its optimization remain
unstudied.
In summary, we prepared two bioactive compounds,

correcting the originally reported structure for the natural

Scheme 2. Regio- and Stereo-Differentiated Biosynthetic
Diels−Alder Reaction (1 + 9) for Producing ent-8

Figure 2. T47D cell proliferation assays with tested compounds at 24
h. Proliferation increased upon treatment with rac-6, rac-7, and
progesterone at 40, 75, 100, and 150 μM. Results are presented as the
means ± SD (n = 3); ***p < 0.001, **p < 0.002, *p < 0.033
compared with the control.

Figure 3. Immunofluorescence microscopy showing subcellular
localization of PR in T47D cells labeled with phospho294 PR (red)
and nucleus stained in blue with 4′,6-diamidino-2-phenylindole
(DAPI) for: (a) untreated cells, with PR located in the cytoplasm,
and (b) cells after treatment with test rac-6, pPR is notably located
inside the nucleus. Scale bars: 100 μm.

Table 2. Calculated Affinity Energies for Interaction
between Phthalides and Different Crystallized Structures of
PR

−ΔG (kcal/mol)

4APU 3ZR7 1ZUC

compd AD4 VINA AD4 VINA AD4 VINA

3 10.44 4.9 11.24 6.9 10.56 4.6
6 10.99 4.7 10.76 6.2 10.05 4.7
7 10.61 5.1 10.98 5.8 9.88 3.9
8 11.10 4.8 11.33 6.5 11.67 7.4
ent-3 10.71 4.9 10.96 6.5 9.81 5.0
ent-6 10.97 4.7 10.88 6.2 10.43 3.7
ent-7 10.79 4.6 10.87 6.7 9.46 3.7
ent-8 11.04 4.7 10.77 7.1 10.45 4.0
P4 11.14 5.3 22.48 7.6 24.27 10

Figure 4. (A−C) Docking position of 6 with PR. (D) 2D interaction
diagram between 6 and PR.
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progestin isolated from L. chuanxiong and proposing its
absolute configuration (formula (3′Z,3S,6R,7R,3a′R,6′R)-8).
These compounds increased cell viability in hormonodepend-
ent T47D cancer cells and led to the phosphorylation of PR
and its translocation into the nucleus, according to
experimental and computational studies. These results are
evidence of the progestin-like activity of dimeric phthalides,
such as dihydro- and tetrahydrodiligustilides, which may be
considered as possible candidates for hormone replacement
therapies.
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Bye, R.; Mata, R.; Navarrete, A. Gastroprotective Effect of
Diligustilide Isolated from Roots of Ligusticum porteri Coulter &
Rose (Apiaceae) on Ethanol-Induced Lesions in Rats. J. Ethno-
pharmacol. 2015, 174, 403−409.
(16) Lim, L. S.; Shen, P.; Gong, Y. H.; Yong, E. L. Dimeric
Progestins from Rhizomes of Ligusticum chuanxiong. Phytochemistry
2006, 67 (7), 728−734.
(17) Hempen, C.-H. Herbs That Regulate the Blood. In A Materia
Medica for Chinese Medicine; Carl-Hermann Hempen, T. F., Ed.;
Churchill Livingstone: London, 2009; pp 514−617. DOI: 10.1016/
b978-0-443-10094-9.00015-7.
(18) Delgado, G.; Reza-Garduño, R. G.; Toscano, R. A.; Bye, R.;
Linares, E. Secondary Metabolites from the Roots of Ligusticum porteri
(Umbelliferae). X-Ray Structure of Z-6.6’,7.3′a-Diligustilide. Hetero-
cycles 1988, 27 (6), 1305−1312.
(19) Migliaccio, A.; Piccolo, D.; Castoria, G.; Di Domenico, M.;
Bilancio, A.; Lombardi, M.; Gong, W.; Beato, M.; Auricchio, F.
Activation of the Src/P21ras/Erk Pathway by Progesterone Receptor
via Cross-Talk with Estrogen Receptor. EMBO J. 1998, 17 (7), 2008−
2018.
(20) Migliaccio, A.; Piccolo, D.; Castoria, G.; Di Domenico, M.;
Bilancio, A.; Lombardi, M.; Gong, W.; Beato, M.; Auricchio, F. Non-
Transcriptional Action of Oestradiol and Progestin Triggers DNA
Synthesis. EMBO J. 1999, 18 (9), 2500−2510.
(21) Carnevale, R. P.; Proietti, C. J.; Salatino, M.; Urtreger, A.;
Peluffo, G.; Edwards, D. P.; Boonyaratanakornkit, V.; Charreau, E. H.;
de Kier Joffe,́ E. B.; Schillaci, R.; Elizalde, P. V. Progestin Effects on
Breast Cancer Cell Proliferation, Proteases Activation, and in Vivo
Development of Metastatic Phenotype All Depend on Progesterone
Receptor Capacity to Activate Cytoplasmic Signaling Pathways. Mol.
Endocrinol. 2007, 21 (6), 1335−1358.
(22) Sreeharshan, S.; Azeez, J.; Sithul, H.; Hariharan, I.; Sreekumar,
S.; Prabhakar, J.; Pillai, M. Progesterone Regulates the Proliferation of
Breast Cancer Cells - in Vitro Evidence. Drug Des., Dev. Ther. 2015, 9,
5987−5999.

Organic Letters Letter

DOI: 10.1021/acs.orglett.9b02762
Org. Lett. XXXX, XXX, XXX−XXX

E

http://pubs.acs.org
http://pubs.acs.org/doi/abs/10.1021/acs.orglett.9b02762
http://pubs.acs.org/doi/abs/10.1021/acs.orglett.9b02762
http://pubs.acs.org/doi/suppl/10.1021/acs.orglett.9b02762/suppl_file/ol9b02762_si_001.pdf
https://summary.ccdc.cam.ac.uk/structure-summary?pid=ccdc:1921193&id=doi:10.1021/acs.orglett.9b02762
https://summary.ccdc.cam.ac.uk/structure-summary?pid=ccdc:1921194&id=doi:10.1021/acs.orglett.9b02762
http://www.ccdc.cam.ac.uk/data_request/cif
mailto:data_request@ccdc.cam.ac.uk
mailto:delgado@unam.mx
http://orcid.org/0000-0002-1394-6300
http://dx.doi.org/10.1016/b978-0-443-10094-9.00015-7
http://dx.doi.org/10.1016/b978-0-443-10094-9.00015-7
http://dx.doi.org/10.1021/acs.orglett.9b02762


(23) Qiu, M.; Olsen, A.; Faivre, E.; Horwitz, K. B.; Lange, C. A.
Mitogen-Activated Protein Kinase Regulates Nuclear Association of
Human Progesterone Receptors. Mol. Endocrinol. 2003, 17 (4), 628−
642.
(24) Hagan, C. R.; Daniel, A. R.; Dressing, G. E.; Lange, C. A. Role
of Phosphorylation in Progesterone Receptor Signaling and
Specificity. Mol. Cell. Endocrinol. 2012, 357 (1−2), 43−49.
(25) Lusher, S. J.; Raaijmakers, H. C. A.; Vu-Pham, D.; Kazemier, B.;
Bosch, R.; McGuire, R.; Azevedo, R.; Hamersma, H.; Dechering, K.;
Oubrie, A.; van Duin, M.; de Vlieg, J. X-Ray Structures of
Progesterone Receptor Ligand Binding Domain in Its Agonist State
Reveal Differing Mechanisms for Mixed Profiles of 11β-Substituted
Steroids. J. Biol. Chem. 2012, 287 (24), 20333−20343.
(26) Lusher, S. J.; Raaijmakers, H. C. A.; Vu-Pham, D.; Dechering,
K.; Lam, T. W.; Brown, A. R.; Hamilton, N. M.; Nimz, O.; Bosch, R.;
McGuire, R.; Oubrie, A.; Vlieg, J. de. Structural Basis for Agonism and
Antagonism for a Set of Chemically Related Progesterone Receptor
Modulators. J. Biol. Chem. 2011, 286 (40), 35079−35086.
(27) Zhang, Z.; Olland, A. M.; Zhu, Y.; Cohen, J.; Berrodin, T.;
Chippari, S.; Appavu, C.; Li, S.; Wilhem, J.; Chopra, R.; Fensome, A.;
Zhang, P.; Wrobel, J.; Unwalla, R. J.; Lyttle, C. R.; Winneker, R. C.
Molecular and Pharmacological Properties of a Potent and Selective
Novel Nonsteroidal Progesterone Receptor Agonist Tanaproget. J.
Biol. Chem. 2005, 280 (31), 28468−28475.
(28) Morris, G. M.; Huey, R.; Lindstrom, W.; Sanner, M. F.; Belew,
R. K.; Goodsell, D. S.; Olson, A. H. AutoDock4 and AutoDock-
Tools4: Automated Docking with Selective Receptor Flexibility. J.
Comput. Chem. 2009, 30 (16), 2785−2791.
(29) Trott, O.; Olson, A. J. AutoDock Vina: Improving the Speed
and Accuracy of Docking with a New Scoring Function, Efficient
Optimization, and Multithreading. J. Comput. Chem. 2009, 31 (2),
455−461.
(30) Williams, S. P.; Sigler, P. B. Atomic Structure of Progesterone
Complexed with Its Receptor. Nature 1998, 393 (6683), 392−396.
(31) Brameld, K. A.; Kuhn, B.; Reuter, D. C.; Stahl, M. Small
Molecule Conformational Preferences Derived from Crystal Structure
Data. A Medicinal Chemistry Focused Analysis. J. Chem. Inf. Model.
2008, 48, 1−24.
(32) Dean, M.; Murphy, B. T.; Burdette, J. E. Phytosteroids beyond
Estrogens: Regulators of Reproductive and Endocrine Function in
Natural Products. Mol. Cell. Endocrinol. 2017, 442, 98−105.
(33) Dean, M.; Austin, J.; Jinhong, R.; Johnson, M. E.; Lantvit, D.
D.; Burdette, J. E. The Flavonoid Apigenin Is a Progesterone Receptor
Modulator with In Vivo Activity in the Uterus. Horm. Cancer 2018, 9
(4), 265−277.

Organic Letters Letter

DOI: 10.1021/acs.orglett.9b02762
Org. Lett. XXXX, XXX, XXX−XXX

F

http://dx.doi.org/10.1021/acs.orglett.9b02762

