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Physalins are 16,24-cyclo-13,14-secoergostane steroids
which are classified to types B or A according to the pre-
sence or absence of a C(14)—0O—C(27) acetalic linkage
[1]. Some of the physalins including physalins B and H
are known to demonstrate cytotoxic activity against tumor
cells in vitro and in vivo [2, 3]. However, extensive study
on the structure-cytotoxic activity relationship has not
been reported. In this communication we will describe an
extensive study on the cytotoxic activity against HeLa
cells of naturally isolated physalins and their derivatives
prepared by various chemical conversions.

Cytotoxic activity of various physalins and their deriva-
tives are summarized in the Table. Physalins B [4], C [5]
and F [6] belong to most active physalins (entries 3, 58,
15) and some of halogen-containing derivatives are also
potent (entries 30, 33, 42, 72). Conjugated 2-en-1-one
moiety at A ring was shown to be essential for high activ-
ity by the lower activity of the 2,3-saturated derivatives
(e.g., entries 47 vs. 3, 52 vs. 15) and the isomeric 3-en-1-
one compounds (e.g., entries 11 vs. 3, 65 vs. 63). Type A
physalins possessing a C(25)=C(27) double bond exhib-
ited comparable activity to those of the corresponding
type B physalins (entries 58 vs. 3, 62 vs. 8), which is not
surprising considering the tautomerism under certain con-
ditions [1], while the corresponding physalins possessing
a C(27)-secondary methyl group exhibited lower cytotoxi-
city (entries 59 vs. 3, 63 vs. 8). In general introduction of
a hydroxy group at C(25) [7] decreased the activity sig-
nificantly (e.g., entries 3 vs. 4, 8 vs. 9) although in the
cases of some inactive compounds their 25-hydroxy ana-
logs were found to show activity (entries 2 and 18). Pre-
sence of a 7-hydroxy function also decreased the activity
(e.g., entries 8 vs. 3, 62 vs. 58). As exemplified by physa-
lins F and J [6] (entries 13 vs. 15) the 5,6-epoxy deriva-
tives with [-configuration were more potent than the cor-

Table: Cytotoxic activity of physalins of types B and A and thier derivatives against HeLa cells

Entry Type AB ring C(25)—C((27) 1Cs¢ References
(other than 1-oxo function) (ug/ml)

1 B A% A% AS CH-CH,-0 >100 [4]

2 B A% A% AS C(OH)—CH,-0 10

3 B A% AP CH-CH,-0 0.32 [4] (physalin B)

4 B A% A’ C(OH)—CH,-0O 13 [7]

5 B A% A%, 60-OH CH—-CH,-0O 62 9]

6 B A?, A*, 63-OH CH—-CH,-0O 37 9]

7 B A?, A%, 2-Cl, 63-OH CH—-CH,-0O 30

8 B A%, A3, 70-OH CH—CH,-0 1.2 [11] (physalin N)
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Entry Type AB ring C(25)—C(27) 1Cso References
(other than 1-oxo function) (ug/ml)

9 B A% AS, Ta-OH C(OH)—CH,—0 31

10 B A?, A8, 50-OH CH-CH,—0 >100 [8]

11 B A3 A CH—CH,-0 11 [4]

12 B A3, A3, 70-OH C(OH)—CH,-0 >100

13 B A?, 50,60-epoxy CH—CH,-0O 9.4 [6] (physalin J)
14 B A?, 50,60-epoxy C(OH)—CH,-0 88

15 B A?, 5B,6B-epoxy CH-CH,-0 0.35 [6] (physalin F)
16 B A?, 5B,6B-epoxy C(OH)—CH,-0O 1.9

17 B A?, 50-OH, 6B-OH CH-CH,-0O >100 [17] (physalin D)
18 B A?, 50-OH, 63-OH C(OH)—CH,—-0 89

19 B A?, 50-OH, 6B-OAc CH-CH,-0 >100 [11]
20 B A?, 50-OMe, 63-OH CH-CH,-0O 11 [17] (physalin I)
21 B A?, 50-OMe, 68-OH C(OH)—CH,—-0 68
22 B A?, 50-OEt, 63-OH CH-CH,-0O 41 [12]
23 B A?, 50-OEt, 63-OH C(OH)—CH,-0 >100
24 B A?, 50-OH, 6f-Cl CH—CH,-0O 28 [31]
25 B A?, 50-F, 63-OH CH-CH,-0 84
26 B A?, 50-F, 68-OH C(OH)—CH,-0 >100
27 B A?, 50-Cl, 63-OH CH—CH,-0 1.4 [3] (physalin H)
28 B A?, 50-Cl, 6B-OH C(OH)—CH,—-0 2.6
29 B A?, 50-Cl, 63-OAc CH—-CH,-0O 9.4
30 B A?, 50-Br, 63-OH CH—-CH,—0 0.71 [3]
31 B A?, 50-Br, 63-OH C(OH)—CH,-0 2.0
32 B A?, 50-Br, 63-Br CH—-CH,-0O 39
33 B A?, 50-1, 63-OH CH-CH,—O 0.58
34 B A?, 50-1, 6B-OH C(OH)—CH,-0 1.8
35 B A?, 50-OH, 6-o0x0 CH—-CH,-0O >100
36 B A?, 50-OH, 6-ox0 C(OH)—CH,-0O >100
37 B A?, 50-Cl, 6-0xo CH-CH,-0O 68
38 B A?, 4a,5a-epoxy, 60-OH CH—CH,-0O 1.2 9]
39 B A?, 4a,5a-epoxy, 6B-OH CH-CH,-0 29 [9]
40 B A?, 4B,5B-epoxy, 6a-OH CH-CH,-0O 80 [9]
41 B A?, 4B,5B-epoxy, 63-OH CH—CH,-0O >100 [9]
42 B A?, 2-Cl, 5a-Cl, 6B3-OH CH-CH,-0O 0.73
43 B A3, 20,5a-epidioxy, 6a-OH CH-CH,-0O >100 [9]
44 B A3, 2a.5a-epidioxy, 6p-OH CH—-CH,-0 >100 [9] (physalin K)
45 B A3, 2B,5B-epidioxy, 6a-OH CH-CH,-0O >100 9]
46 B A3, 2B,5B-epidioxy, 63-OH CH-CH,-0 >100 [9] (physalin Q)
47 B A CH-CH,-0 18 [4]
48 B A’ C(OH)—CH,-0O 62
49 B A’, 7a-OH C(OH)—CH,-0 >100
50 B saturated and unsubstituted CH—-CH,-0 >100 [4]
51 B Sa,6a-epoxy CH-CH,-0O >100
52 B 5B,6p3-epoxy CH-CH,-0 34
53 B 50-OH, 63-OH CH-CH,-0 >100 [13] (physalin T)
54 B 5a-OH, 63-OH C(OH)—CH,-0 >100
55 B 50-Cl, 63-OH CH—CH,-0O 73
56 B 2B,3B-epoxy, 5p.,6p3-epoxy C(OH)—CH,—-0 >100
57 B 2B-Cl, 30-Cl, 50-Cl, 63-OH CH—-CH,-0O 13
58 A A% N C=CH, 0.32 [1, 5] (physalin C)
59 A A% NS CH—-CHj; (S) 54 [2]
60 A A% A C(OH)—CHjs; (S) 6.7
61 A A3 A CH—-CH; (S) 28 [14] (physalin M)
62 A A% A3, 70-OH C=CH, 34 [4] (physalin A)
63 A A%, AS, 70-OH CH—-CHj; (S) 28 [11] (physalin O)
64 A A%, A, 70-OH C(OH)—CHs; (S) 68
65 A A3, A3, 70-OH CH—CHj (S) >100 [15] (physalin L)
66 A N CH—CHj; (S) >100 [51
67 A A C(OH)—CH; (S) >100
68 A A3, 7a-OH CH-CHj3 (R) >100 [4]
69 A A°, 7a-OH CH—CHj; (S) >100 [4]
70 A A3, 7a-OH C(OH)—CH; (5) >100
71 A A?, 50,6a-epoxy, 7a-OH C=CH, >100
72 A A?, 2—Cl, 5a-Cl, 68-OH C=CH, 0.55
73 A saturated and unsubstituted CH-CHj; (S) >100 [4]
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responding o-epoxy compounds. In the case of diastereo-
meric 4,5-epoxy-6-hydroxy derivatives their activity was in
the order: aa > afy > fa > PP (entries 38—-41), which
was similar to the stereochemistry-antitumor activity rela-
tionship of the withanolide derivatives [8]. All the 2,5-epi-
dioxy compounds including physalins K and Q [9] were
inactive (entries 43—46). Physalin H [3] and other 5a-
halo-63-hydroxy compounds exhibited cytotoxicity and
their potency was in the order: iodohydrin > bromohydrin
> chlorohydrin > fluorohydrin (entries 33, 30, 27, 25).
Taking into account the strong antitumor activity of pros-
tanoids chlorinated at the a-position of the cyclic enone
system [10], 2-chloro derivatives of physalins were pre-
pared which showed slightly higher activity than the par-
ent compounds (entries 7 vs. 6, 42 vs. 27).

Experimental

1. Materials

Physalins were isolated from epigeal parts of Physalis alkekengi var. fran-
cheti as already reported [4, 5, 9, 11, 14, 15]. Physalin C was prepared by
the isomerization of physalin B [1]. Derivatives of physalins were prepared
as already reported or as described below.

25-Hydroxy derivatives: These are prepared from the corresponding physa-
lins or derivatives using activated charcoal-mediated hydroxylation [7].
50-Halo-6B3-hydroxy derivatives: The fluoro-, bromo- and iodocompounds
were prepared from physalin F in the similar manner to the reported pre-
paration of the chlorohydrin (physalin H) [3].

2-Chloro derivatives: Cl, gas was introduced to the solution of physalin H
(282 mg) in CHCl3 (20 ml) for 24 h. After evaporating volatiles the resi-
due was dissolved in DMF (5 ml), to which KOH (60 mg) was added at
0°C and was stirred at 0 °C for 2 h. The reaction mixture was poured into
aqueous 10% NH4CI solution and was extracted with AcOEt. After remov-
ing the intermediate 2f3,3a-dichloro-2,3-dihydrophysalin H, by silica gel
column chromatography (CHCl;—MeOH), reversed phase chromatography
(H,O—MeCN) afforded 2-chlorophysalin H (38 mg, 13%) and 2,50-di-
chloro-6f3-hydroxy-5,6-dihydrophysalin C (10 mg, 3%). KOH treatment of
2f,3a-dichloro-2,3-dihydrophysalin H in DMF at room temperature for
7.5h afforded 2-chloro-6a-hydroxy-4,5-didehydro-5,6-dihydrophysalin B,
in 28% yield.

2. Methods

Cytotoxic assay: Test samples were dissolved initially in DMSO at a con-
centration of 10 mg/ml and further diluted with cell culture medium (Ea-
gle’s MEM) to the desired concentration. HeLa cells in complete medium
were added to 96-well plate at a final concentration of 5 x 10° cells/well in
a total volume of 200 ul. The plate was incubated for 72 h at 37 °C in a
5% COs-in-air atmoshpere. At the end of the incubation, cell growth was
determined by XTT-assay [16] and ICsy values were defined as the sample
concentrations resulting in a 50% decrease in cell growth as compared to
the control culture in the absence of inhibitor.

References

Makino, B.; Kawai, M.; Yamamura, H.; Araki, S.; Butsugan, Y.: Phar-

mazie 57, 215 (2002)

Antoun, M. D.; Abramson, D.; Tyson, R. L.; Chang, C.-J.; McLaugh-

lin, J. L.; Peck, G.; Cassady, J. M.: J. Nat. Prod. 44, 579 (1981)

Makino, B.; Kawai, M.; Ogura, T.; Nakanishi, M.; Yamamura, H.; But-

sugan, Y.: J. Nat. Prod. 58, 1668 (1995)

4 Matsuura, T.; Kawai, M.; Nakashima, R.; Butsugan, Y.: J. Chem. Soc.

(O), 664 (1970)

Kawai, M.; Matsuura, T.: Tetrahedron 26, 1743 (1970)

Row, L. R.; Sarma, N. S.; Reddy, K. S.; Matsuura, T.; Nakashima, R.:

Phytochemistry 17, 1647 (1978)

Makino, B.; Kawai, M.; Yamamoto, T.; Yamamura, H.; Butsugan, Y.;

Hayashi, M.; Ogawa, K.: J. Chem. Soc., Chem. Commun., 1430

(1992)

Yoshida, M.; Hoshi, A.; Kuretani, K.; Ishiguro, M.; Ikekawa, N.: J.

Pharm.-Dyn. 2, 92 (1979)

Makino, B.; Kawai, M.; Iwata, Y.; Yamamura, H.; Butsugan, Y.; Oga-

wa, K.; Hayashi, M.: Bull. Chem. Soc. Jpn. 68, 219 (1995)

10 Nagaoka, H.; Miyakoshi, T.; Kasuga, J.; Yamada, Y.: Tetrahedron Lett.
26, 5053 (1985)

11 Kawai, M.; Ogura, T.; Makino, B.; Matsumoto, A.; Yamamura, H.;
Butsugan, Y.; Hayashi, M.: Phytochemistry 31, 4299 (1992)

12 Kawai, M.; Makino, B.; Yamamura, H.; Butsugan, Y.: Phytochemistry

43, 661 (1996)

) —_

= [e )] w

oo

o

350

13 Kawai, M.; Yamamoto, T.; Makino, B.; Yamamura, H.; Araki, S.; But-
sugan, Y.; Saito, K.: J. Asian Nat. Prod. Res., 3, 199 (2001)

14 Kawai, M.; Ogura, T.; Nakanishi, M.; Matsuura, T.; Butsugan, Y.;
Mori, Y.; Harada, K.; Suzuki, M.: Bull. Chem. Soc. Jpn. 61, 2696
(1988)

15 Kawai, M.; Matsuura, T.; Kyuno, S.; Matsuki, H.; Takenaka, M.; Kat-
suoka, T.; Butsugan, Y.; Saito, K.: Phytochemistry 26, 3313 (1987)

16 Scudiero, D. A.; Shoemaker, R. H.; Paull, K. D.; Monks, A.; Tierney,
S.; Nofziger, T. H.; Currens. M. J.; Seniff, D.; Boyd, M. R.: Cancer
Res. 48, 4827 (1988).

17 Row, L. R.; Reddy, K. S.; Sarma, N. S.; Matsuura, T.; Nakashima, R.:
Phytochemistry 19, 1175 (1980)

Received August 16, 2001
Accepted September 15, 2001

Professor Masao Kawai (Ph.D)
Department of Applied Chemistry
Nagoya Institute of Technology
Gokiso-cho, Showa-ku

Nagoya 466—8555

Japan

kawai@ach.nitech.ac.jp

Pharmazie 57 (2002) 5



