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Twenty-nine new oxypregnane glycosides were obtained along with two known cardenolides, frugoside and
gofruside, and three known 12-O-acylated pregnane glycosides from the roots of Asclepias incarnata L.(Asclepi-
adaceae). By detailed studies of the 'H- and '>*C-NMR spectra, the structures were determined to be tri- to penta
glycosides of isolineolon, 12-O-acetyllineolon, ikemagenin, 12-O-benzoylisolineolon, and two new 12-O-acylated

pregnanes.
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In previous papers,"? we reported the isolation and struc-

tural elucidation of oxypregnane glycosides from the aerial
part of Asclepias incarnata L. Further studies of the root of
this plant have resulted in the isolation of 29 new pregnane
glycosides together with two known cardenolide glycosides,
frugoside®* and gofruside,” and three known 12-O-acylated
pregnane glycosides (1, 6, 23).">% The sugar sequences of
these pregnane glycosides were suggested to be similar to
those of compounds acquired from the aerial part of this
plant in comparison with the 'H- and '*C-NMR spectral
data.!?

The MeOH extract obtained from the dried root of 4. in-
carnata L. was suspended in water. The suspension was then
extracted with diethyl ether and partitioned into an ether sol-
uble fraction and a water soluble fraction. These fractions
were chromatographed on a silica gel column to give a frac-
tion of pregnane glycosides from which 29 new oxypregnane
glycosides (2—5, 7—22, 24—32) were obtained.

In order to acquire the component aglycones and sugars,
the fraction containing the pregnane glycosides from silica
gel column chromatography was subjected to acid hydrolysis.
The obtained aglycones were identified as isolineolon (35),”
12-O-acetyllineolon (34),"” ikemagenin (36),® 12-O-nicoti-
noyllineolon (33)” and 12-O-benzoylisolineolon (39)” in
view of the 'H- and '*C-NMR spectral data and/or the analy-
sis of HPLC with the authentic samples. In addition, two new
acylated pregnanes were obtained (37, 38).

Compound 37 showed a [M+Na]" ion peak at m/z 519,
which was larger by 2 mass units than that of 36. In compar-
ing the *C-NMR spectral data of 37 with those of 36, signals
of the cinnamoyl group were observed, but, in addition, two
sp® carbon signals were seen at § 45.9 and 25.4 instead of
two sp? carbon signals at C-5 and C-6. Thus, 37 was consid-
ered to be a 5,6-dihydro derivative of ikemagenin. On the
basis of "H-'H correlation spectroscopy (COSY) and 'H-de-
tected heteronuclear multiple quantum coherency (HMQC)
spectra, assignments of the proton signals were done as
shown in the Experimental. In the nuclear Overhauser effect
(NOE) difference experiments, irradiation at the H-3 signal
(6 3.92) showed a NOE on the H-5 signal (6 1.16), and irra-
diation at the H-19 signal (6 1.27) exhibited a NOE on the
H-4axial signal (6 1.71). Based on these findings, the orien-
tation of H-5 was confirmed as ¢, and finally, 37 was deter-
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mined to be 5a,6-dihydroikemagenin.

The 'H- and *C-NMR spectra of compound 38 was simi-
lar to those of sibirigenin.”'” The chemical shift of the C-20
signal was consistent with that of sibirigenin, and H-17 sig-
nal was observed as a double-doublet signal whose J value
was 9.5 and 5.5 Hz. This multiplicity and the J value of the
H-17 signal were the same as those of 35. Therefore, 38 was
considered to be 12-O-acylated isolinelon. Moreover, alka-
line hydrolysis of 38 afforded tiglic acid (see Experimental).
Hence, 38 was concluded to be 12-O-tigloylisolineolon.

Table 1. 'C-NMR Spectral Data of the Aglycone Moiety
1 2 3 4 7 8 9
Carbon No.

C-1 39.0 39.0 392 39.0 382 39.0 39.0
-2 29.9 299 300 299 29.6 299 299
-3 71.7 717 719 717 76.7 7779 717
-4 393 393 394 394 35.07 393 394
-5 139.5  139.5 1393 1395 454 1392 1392
-6 1192 1192 119.7 11929 253 1194 1193
-7 35.2 352 373 35.2 3469 359 358
-8 74.69 746 745 74.6 76.5 744 744
-9 44.8 448 456 448 475 451 452

-10 37.6 375 376 376 367 376 377

-11 25.0 249 285 25.0 24.0 24.6 24.89

-12 7439 733 740 734 739  77.6” 78.6

-13 56.1 557 567 559 563 550 55.1

-14 87.5 875 86.7 875 87.6  86.6 86.6

-15 34.2 341 362 342 339 367 367

-16 222 21.8 247 220 224 246 2479

-17 60.2 60.5 587 605 60.5 592 593

-18 15.9 156 116 15.8 162 126 127

-19 18.3 182 185 18.2 13.1 184 184

-20 209.8 209.6 216.8 209.3 2094 2143 214.1

221 324 323 323 322 323 316 316

Ester moiety

-1’ 1645 167.0 - 1659 1659 167.8 166.6
2! - 20.8 - 11939 119.4 129.4 133.6”
-3’ 153.8 - - 1449 1448 137.7 129.1
-4' 127.0 - - 1351 1351 12.3 130.0
-5’ 137.1 - - 1286 1286 143 131.27
-6’ 9 - - 1293 1293 - 1300
-7 151.1 - - 130.6 1305 - 1291
-8’ - - - 1293 129.3 - -
-9’ - - - 128.6  128.6 - -

Measured in pyridine-ds solution at 35°C.
¢): Overlapping with the pyridine-d; signal.

a),b): Interchangeable in each column.
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Table 2. '*C-NMR Spectral Data of the Sugar Moiety
1 2 4 5 8 10 14 16 20 21 22 24 25 29 32 32’
Carbon No. Cym  Cym Cym Dig Cym Cym Cym Cym Cym Cym Dig Dig Cym Cym Cym Cym
C-1 96.5  96.5 964 964 964 965 965 965 96.4 965 959 964 965 964  96.5 962
-2 3739 3739 3739 3879 373 373 3739 3739 3749  37.79 371 390 3739 3739 37.89 3549
-3 7792 779Y  78.0Y 67.67 78.1 7829  78.0Y 78.02 78.0Y  78.1Y 66.6° 67.5 78.1Y  78.0Y 779 772
-4 83.49 8349 8349 8359 8359 83.5Y 8349 8349 8349 8349 82.8” 8349 8349 8349 82.8” 828"
-5 69.17  69.19  69.19 68.67 69.1 69.1  69.19 69.0 69.1 69.17 680 686  69.17 69.19 69.0 68.5
-OMe’ 589 589 58.99 - 58.9 589 5899 59.09 589 589 - - 589 5899 589 583
Cym  Cym Cym  Dig Dig Dig Cym Cym Dig Cym Ole Cym Cym Cym Ole Ole
C-1” 100.5 100.5 1004 99.8 100.5 100.5 100.5” 100.5 100.5 100.5 1004 99.7 100.5 100.5 102.0 101.5
22" 3739 3739 37.09 39.19 389Y 3889 37.00 3729 389 3739 363 368  37.19 37.09 3739 3649
3" 78.0  78.1Y 7829 6752 675 675  78.1Y 78.0Y 675 7782 788 777 77.8Y 77.8Y 789 789
4" 8329 8329 83.19 83.19 8339 8322 8339 8329 8329 8329 823 8339 8329 8339 83.3Y 828"
-5" 69.07  69.09 69.4Y 68.67 6879 68.6 69.07 69.0 685 69.07 714 691 6897 6899 718 712
-OMe” 589 589 58.89 - - - 58.99 5899  — 589 56.8 589 589 5889 57.59 56.6°
Ole Ole The Dig Dig Dig Dig Dig Cym Ole Dig Ole Ole Ole Dig Dig
c-1" 1022 1022 1062 998 999 999 1006 100.5 99.8 1020 985 1019 1019 1019 985 985
2" 37.0  37.09  75.1  38.6” 387” 3879 389 39.0 3729 3749 37.1 376  37.6° 37.6Y 39.0 37.1
3" 81.4 814 879 6752 675 675 675 675 7782 791 6679 793 792 792 677  66.7
4" 763 762 759  83.19 83.19 83.1Y 8329 832Y 83.09 827 82.7Y 8329 8319 8329 835 82.5”
-5" 73.0  73.0 728 6877 68.69 686 686 685 69.1 717 683 720 721 721 68.7 682
-OMe”  57.0 570 60.9 - - - - - 58.9 5739 - 574 572 573 - -
Ole Ole Ole Ole Ole Ole Ole Ole The The The Ole Ole
c-1" - - — 1014 101.6 1014 101.6 101.4 1022 100.3 10039 104.0 104.1 1040 101.4 100.4
2 - - - 372 37.0 372 370 371 368 3729 353 750 753 750 372  36.09
-3m - - - 793 814 793 814 793 814 81.7 805 864 882 8.3 794 805
-4 - - - 83.29  76.2 83.1Y 762 8329 762 764 753 8329 760 8329 8322 753
-5 - - - 72.1  73.0 72.1 730 721 73.0 73.0 719 721 729 721 721 718
-OMe"”" - - - 573 570 573  57.1 572 57.0 57.19 564 60.6 609 60.6 5729 56.4°
Gle Glc Glc Gle Glc Gle
c-1m - - — 1044 — 1045 104.5 - - - 1048 — 1048 1044 -
-2 - - - 75.7 - 75.7 75.7 - - - 75.9 - 759 757 -
-3 - - - 78.7 - 78.7 78.7 - - - 78.7 - 787 187 -
-4 - - - 72.1 - 72.1 - 72.1 - - - 72.19 - 72.1 72.1 -
-5 - - - 78.2 - 78.19 7820  — - - 78.0 - 78.0 782 -
-6 - - - 63.2 - 63.2 - 63.2 - - - 63.2 - 632 632 -
-6s 18.7 187 18.6X2 18.8  18.6X3 18.8  18.6X3 18.8 187 188 184 188 188  18.7x2 18.8 184
18.6X2 18.6Xx2 185 187 185 18.6 184  18.6X2 18.6 18.7 182X218.7%X2 18.6  18.6  18.7X2 18.2X2
18.5%2 18.5%2 184 18.5%x2 186 179 184  185x2 185 186 179
18.5

Cym: fB-p-cymaropyranosyl, Ole: -p-oleandropyranosyl, Dig: B-p-digitoxopyranosyl, The: -p-thevetopyranosyl, Glc: B-p-glucopyranosyl. Measured in pyridine-ds solution

at 35 °C except for 22 and 32’. 22 and 32" were measured in CDCI, solution at 35 °C.

The acquired sugars were fractionated to cymarose, olean-
drose and digitoxose by silica gel column chromatography.
The absolute configurations of these monosaccharides were
believed to have a p-form based on their optical rotation val-
ues.*!"12 The absolute configurations of glucose and theve-
tose were determined to be a p-form based on GC analysis
following their reaction with D-cysteine methyl ester hy-
drochloride (see Experimental).

Compounds 2 and 3 were suggested to have the molecular
formulae, C,,H,,0,5; and C,,HO,,, respectively, based on
the FAB-MS spectra. According to the consistency between
the 'H- and '*C-NMR spectral data of the sugar moieties in 2
and 3, these compounds were considered to have the same
sugar sequence. In the 'H- and '*C-NMR spectra of 2, three
anomeric proton and carbon signals were observed at § 5.37,
5.13,4.77 and 6 96.5, 100.5, 102.2, together with signals due
to the aglycone, which was identified as 12-O-acetyllineolon
(34)" on acid hydrolysis with 0.05~ HCI. In comparison of
the '>*C-NMR spectral data of 2 with that of 12-O-acetylline-
olon," glycosylation shifts were observed at the C-2, -3, and
-4 positions [C-2 (—2.1ppm), C-3 (+6.1ppm), C-4 (—4.0
ppm)].'® Therefore, 2 was glycosylated at the C-3 position,

a—): Interchangeable in each column.

and 2 was considered to be 12-O-acetyllineolon 3-O-trioside.
Acid hydrolysis of 2 showed the sugar moiety was composed
of cymarose and oleandrose, and these sugars were identified
as B-p-cymaropyranose and S-p-oleandropyranose as judged
from the J values of the anomeric proton signals (J=9.5, 2.0
Hz). Moreover, the 'H- and *C-NMR spectral data of the
sugar moiety in 2 were consistent with those of cynanchoside
C,' and 12-O-nicotinoyllineolon 3-O-f-p-oleandropyra-
nosyl-(1 - 4)-B-p-cymaropyranosyl-(1 - 4)--p-cymaropyra-
noside (1).” Thus, the sugar sequence of 2 was determined to
be 3-0-B-p-oleandropyranosyl-(1 - 4)--p-cymaropyranosyl-
(1 > 4)-B-p-cymaropyranoside and the structure of 2 was
shown as presented in Chart 1. Because acid hydrolysis of 3
afforded isolineolon as the aglycone moiety, the structure of
3 was determined to be isolineolon 3-O-f-p-oleandropyra-
nosyl-(1 - 4)-B-p-cymaropyranosyl-(1 - 4)-f3-p-cymaropyra-
noside.

The following compounds, 4, 5, 7—22 and 24—32, were
also glycosylated at the C-3 position of each aglycone based
on the observation of glycosylation shifts in the *C-NMR
spectra.

Compound 4 exhibited the molecular formula C5H,,0,
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Table 3. 'H-NMR Spectral Data of the Sugar Moiety
1 2 4 5
Proton No. Cym Cym Cym Dig
H-1' 5.28 (dd, 9.5, 2.0) 5.27 (dd, 9.5, 2.0) 5.27 (dd, 9.5, 2.0) 5.46 (dd, 9.5, 2.0)
-3 4.10 (q, 3.0) 4.09 (q, 3.0) 4.079 4.63 (q, 3.0)
-4 3.53% 3.52(dd, 9.5,3.0) 3.49 (dd, 9.5, 3.0) 3.519
-5 4.23(dd, 9.5, 6.5) 4.22(dq, 9.5, 6.5) 4.21 (dq, 9.5, 6.5) 4.299
-6’ 1.40 (d, 6.5) 1.39(d, 6.5) 1.39 (d, 6.5) 1.42 (d, 6.5)
Cym Cym Cym Dig
H-1" 5.13(dd, 9.5, 2.0) 5.13 (dd, 9.5, 2.0) 5.12(dd, 9.5, 2.0) 5.36 (dd, 9.5, 2.0)
-3” 4.07 (q. 3.0) 4.06 (q, 3.0) 4.079 4.62 (q, 3.0)
-4" 3.509 3.50 (dd, 9.5, 3.0) 3.59(dd, 9.5.3.0) 3.44 (dd, 9.5, 3.0)
-5" 4.20 (dq, 9.5, 6.5) 4.19 (dq, 9.5, 6.5) 4.21 (dq, 9.5, 6.5) 4,259
-6" 1.42 (d, 6.5) 1.42 (d, 6.5) 1.60 (d, 6.5) 1.33 (d, 6.5)
Ole Ole The Dig
H-1" 4.78 (d, 6.5) 4.77 (dd, 9.5, 2.0) 4.76 (d, 8.0) 5.36 (dd, 9.5, 2.0)
2" 3.919
-3" 3.619 4.58(q, 3.0)
-4" 3.619 3.41(dd, 9.5, 3.0)
-5" 3.72 (m) 4,279
-6" 1.58 (d, 6.5) 1.57 (d, 6.5) 1.58 (d, 6.5) 1.35(d, 6.5)
Ole
H-1"" — — — 4.72 (dd, 9.5, 2.0)
g _ _ _
_3//// _ _ _ 3.630)
-4 — — — 3.639
-5 — — — 3.659
-6"" — — — 1.64 (d, 6.0)
Gle
H-1"" — — — 5.09 (d, 8.0)
2" — — — 3.98 (1,8.0)
_3!//// _ _ _ 4‘20a.b)
4" — — — 4.17 (t, 8.0)?
-5 — — — 3.93 (m)
-6"" — — — 4.52(dd, 11.5,2.5)
— — — 4.33(dd, 11.5,5.5)
-OMe 3.63 (s) 3.62 (s) 3.89 (s) 3.52(s)
3.58 (s) 3.58 (s) 3.62 (s)
347 (s) 3.47 (s) 3.57 (s)

Cym: fB-p-cymaropyranosyl, Ole: -p-oleandropyranosyl, Dig: f-p-digitoxopyranosyl, The: -p-thevetopyranosyl, Glc: -p-glucopyranosyl. Measured in pyridine-ds solution
at 35 °C except for 20—22 and 32’. 20—22 and 32’ were measured in CDCl, solution at 35°C.  a) Overlapping with other signals or H,O signal. b) Interchangeable in each col-

umn.

on FAB-MS. Acid hydrolysis of 4 suggested that 4 consists
of ikemagenin, cymarose and thevetose as the aglycone and
sugar moieties. In the *C- and 'H-NMR spectra of 4, three
anomeric carbon and three proton signals were observed at o
96.4,100.4, 106.2 and 6 5.27, 5.12, 4.76, two double-doublet
signals at § 5.27 and 5.12 were assigned to the anomeric pro-
tons of B-p-cymaropyranose, and the remaining doublet sig-
nal at § 4.76 belonged to the anomeric proton of S-p-theve-
topyranose. The sugar sequence of 4 was determined on the
basis of difference in NOE experiments. Irradiation at the H-
1’ signal of B-p-cymaropyranose (0 5.27) exhibited a NOE
to the H-3 signal of the aglycone (6 3.85). Similarly, NOEs
were observed as follows, d 5.12 (H-1" of S-p-cymaropyra-
nose) and 6 3.49 (H-4' of B-p-cymaropyranose), 6 4.76 (H-
1" of B-p-thevetopyranose) and & 3.59 (H-4" of fB-p-cy-
maropyranose). Thus, the structure of 4 was established as
ikemagenin 3-O-B-p-thevetopyranosyl-(1 - 4)--p-cymaropy-
ranosyl-(1 - 4)-B-p-cymaropyranoside. This oligosaccharide
sugar chain was confirmed in stephanoside E and H from
Stephanotis lutchuenis var. japonica."

The molecular formula of compound 5 was C,Hg,Oy4
based on FAB-MS. Because the 'H- and *C-NMR spectra of
5 showed five anomeric proton and carbon signals at 6 5.46,

5.36X2,4.72, 5.09 and 6 96.4, 99.8X2, 101.4, 104.4, along
with signals due to ikemagenin, 5 was presumed to be ikema-
genin 3-O-pentaoside. The 'H- and *C-NMR spectral data of
the sugar moiety in 5 were identified with those of lineolon
3-0-B-p-glucopyranosyl-(1 - 4)-B-p-oleandropyranosyl-(1 —
4)-B-p-digitoxopyranosyl-(1 - 4)- -p-digitoxopyranosyl-
(1 - 4)-B-p-digitoxopyranoside,” so that the structure of 5
was determined to be ikemagenin 3-O-f-p-glucopyranosyl-
(1 - 4)-B-p-oleandropyranosyl-(1 - 4)--p-digitoxopyra-
nosyl-(1 - 4)-B-p-digitoxopyranosyl-(1 - 4)- B-b-digitoxopy-
ranoside.

The molecular formulae of compounds 7—9 were sug-
gested to be C;Hg,O5, Cs,Hg,0,5 and Cg,Hg Oy, respec-
tively, based on FAB-MS. Based on acid hydrolysis, 'H- and
BC-NMR spectral data, these compounds were supposed to
be pregnane 3-O-tetraosides whose aglycones were 5a,6-di-
hydroikemagenin (37) on 7, 12-O-tigloylisolineolon (38) on
8 and 12-O-benzoylisolineolon (39) on 9, and the sugar moi-
ety contained one fB-p-cymaropyranose, two f-p-digitoxopy-
ranose and one f-p-oleandropyranose. Compounds 7—9
possessed the same sugar moieties as ikemagenin 3-O-f3--
oleandropyranosyl-(1 - 4)- -p-digitoxopyranosyl-(1 — 4)- 3
p-digitoxopyranosyl-(1 - 4)-3-p-cymaropyranoside (6)" due
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Table 3. (continued)
8 10 14 16 20 21
Proton No. Cym Cym Cym Cym Cym Cym
H-1' 5.28 (dd, 9.5, 2.0) 5.27 (dd, 9.5, 2.0) 5.28 (dd, 9.5, 2.0) 5.27 (dd, 9.5, 2.0) 4.85(dd, 9.5,2.0) 4.85(dd, 9.5,2.0)
-3’ 4.09 (q, 3.0) 4.09 (q, 3.0) 4.08 (q, 3.0) 4.07 (q, 3.0) 3.82(q,3.0) 3.81(q, 3.0)
-4’ 3.52(dd, 9.5, 3.0) 3.529 3.50 (dd 9.5, 3.0) 3.509 3.23 (dd, 9.5, 3.0) 3.21(dd, 9.5, 3.0)
-5’ 4.22(dq,9.5,6.5)  4.229 4.22(dq, 9.5, 6.5) 4.21 (dq, 9.5, 6.5) 3.85(dq, 9.5, 6.5) 3.84 (dq, 9.5, 6.5)
-6’ 1.38 (d, 6.5) 1.38 (d, 6.5) 1.40 (d, 6.5) 1.39(d, 6.5) 1.22 (d, 6.5) 1.22 (d, 6.5)
Dig Dig Cym Cym Dig Cym
H-1" 5.32(dd, 9.5, 2.0) 5.31(dd, 9.5, 2.0) 5.12 (dd, 9.5, 2.0) 5.12 (dd, 9.5, 2.0) 4.83 (dd, 9.5,2.0) 4.75 (dd, 9.5, 2.0)
-3” 4.64 (brs) 4.62 (q, 3.0) 4.09 (q, 3.0) 4.07 (q, 3.0) 422 (brs) 3.78 (q, 3.0)
-4" 3.48 (brd, 9.5) 3.47 (dd, 9.0, 3.0) 3.48 (dd, 9.5, 3.0) 3.48 (dd, 9.5, 3.0) 3.20 (dd, 9.5, 3.0) 3.21(dd, 9.5, 3.0)
-5" 424 (dq, 9.5,6.5)  4.249 4.17 (dq, 9.5, 6.5) 4.16 (dq, 9.5, 6.5) 3.77 (dq, 9.5, 6.5) 3.86 (dq, 9.5, 6.5)
-6" 1.38(d, 6.5) 1.38(d, 6.5) 1.33 (d, 6.5) 1.33 (d, 6.5) 1.22 (d, 6.5) 1.22 (d, 6.5)
Dig Dig Dig Dig Cym Ole
H-1" 5.38 (dd, 9.5, 2.0) 5.37(dd, 9.5, 2.0) 5.32(dd, 9.5,2.0) 5.30 (dd, 9.5, 2.0) 4.82(dd, 9.5,2.0) 4.45 (dd, 9.5, 2.0)
_2!//
-3" 4.64 (brs) 4.59 (q, 3.0) 4.64 (q, 3.0) 4.59 (q, 3.0) 3.81(q, 3.0)
-4" 3.48 (brd, 9.5) 3.41 (dd, 9.5, 3.0) 3.51(dd, 9.5, 3.0) 3.43 (dd, 9.5, 3.0) 3.22 (dd, 9.5, 3.0) 3.17 (1, 8.5)
-5" 4.30(dq, 9.5,6.5)  4.28(dq, 9.5,6.5) 4.30 (dq, 9.5, 6.5) 4.27 (dq, 9.5, 6.5) 3.91 (dq, 9.5, 6.5) 3.31 (dq, 8.5, 6.0)
-6" 1.40 (d, 6.5) 1.36 (d, 6.5) 1.46 (d, 6.5) 1.42 (d, 6.5) 1.22 (d, 6.5) 1.30 (d, 6.0)
Ole Ole Ole Ole Ole Ole
H-1" 4.80% 4.72 (dd, 9.5, 2.0) 4.829 4.73 (dd, 9.5, 2.0) 4.50 (dd, 9.5,2.0) 4.72 (dd. 9.5, 2.0)
-
-3" 3.449 3.639 3.459 3.639
-4 3.419 3.639 3.429 3.659 3.159
-5" 3.58 (dq, 8.5, 6.0) 3.649 3.60 (dq, 9.0, .6.5) 3.649 3.29 (dq, 9.0, 6.0) 3.31 (dq, 9.0, 6.0)
-6"" 1.50 (d, 6.0) 1.64 (d, 6.0) 1.51(d, 6.5) 1.65 (d, 6.0) 1.32 (d, 6.0) 1.35(d, 6.0)
Gle Gle
H-1" — 5.10 (d, 8.0) — 5.10 (d, 8.0) — —
-2 — 3.99 (t, 8.0) — 3.99 (t, 8.0) — —
-3 — 4,204 — 4.20%9 — —
-4 — 4.17 (t, 8.0)? — 4,174 — —
-5 — 3.94 (m) — 3.93 (m) — —
-6"" — 4.52(dd, 11.5,2.5) — 4.52(dd, 11.5,2.5) — —
— 4.33(dd, 11.5,5.5) — 4.33(dd, 11.5,5.5) — —
-OMes 3.63 (s) 3.62 (s) 3.63 (s) 3.62 (s)X2 3.46 (s) 3.45(s)
3.46 (s) 3.53 (s) 3.62(s) 3.52(s) 3.45(s) 3.44 (s)
3.46 (s) 3.39 (s) 3.40 (s)x2

to good agreement of the 'H- and '*C-NMR spectral data of
the oligosaccharide moieties. Thus, the structures of 7—9
were established as shown in Chart 1.

The FAB-MS spectra revealed that the molecular formulae
of compounds 10—13 were Cy,Hy,0,5, Co,Hg4Oy3, C5sHy, 0,4
and C,Hy,0,;. 'H- and *C-NMR spectra and acid hydrolysis
suggested that 10—13 possessed 36—39 as each aglycone
moiety, and shared the same oligosaccharide sequence which
consisted of one f-p-cymaropyranose, two -p-digitoxopyra-
nose, one f-p-oleandropyranose and one S-p-glucopyranose.
As the 'H- and *C-NMR spectral data of the sugar moieties
in 10—13 agreed with those of lineolon 3-O-f-p-glucopy-
ranosyl-(1 - 4)-B-p-oleandropyranosyl-(1 - 4)-3-p-digitoxo-
pyranosyl-(1 - 4)--p-digitoxopyranosyl-(1 - 4)-3-p-cy-
maropyranoside,” the sugar sequences of 10—13 were de-
termined to be 3-O-f-p-glucopyranosyl-(1 - 4)-B-p-olean-
dropyranosyl-(1 - 4)-B-p-digitoxopyranosyl-(1 - 4)--p-digi-
toxopyranosyl-(1 - 4)--p-cymaropyranoside. Moreover, en-
zymatic hydrolysis with cellulase afforded 6—9 from 10—
13, respectively.

Compounds 14—19 had the molecular formulae,
Cs:HgyO1g Cs7HgeO 15, Co3HoyOn3, C3HogO3, CsoHo, 0,5 and
C¢1Hy,O,; as determined by FAB-MS. By acid hydrolysis,
compounds 14—19 produced ikemagenin from 14 and 16,
37 from 15 and 17, 38 from 18 and 39 from 19 as the agly-

cone moieties. Cymarose, digitoxose and oleandrose were
also yielded from 14—19, and additionally, 16—19 afforded
glucose. The sugar linkages of these compounds were deter-
mined by comparing the 'H- and '*C-NMR spectral data of
the known compounds in the aerial part of this plant. The
NMR spectral data of the sugar moiety in 14, 15 and 16—19
were identified with those of isolineolon 3-O-fB-p-olean-
dropyranosyl-(1 - 4)-B-p-digitoxopyranosyl-(1 - 4)--p-cy-
maropyranosyl-(1 - 4)-3-p-cymaropyranoside” and 15p-hy-
droxylineolon B-p-glucopyranosyl-(1 - 4)-B-p-oleandropyra-
nosyl-(1 - 4)-B-p-digitoxopyranosyl-(1 - 4)- B-p-cymaropy-
ranosyl-(1 — 4)--p-cymaropyranoside,” respectively. There-
fore, the structures of 14—19 were determined as presented
in Chart 1. Moreover, the enzymatic hydrolysis of 16 and 17
produced 14 and 15, respectively, and the '"H-NMR spectral
data of the sugar moieties of the derivatives which were pro-
duced from 18 and 19 by enzymatic hydrolysis were consis-
tent with those of 14.

The molecular formula of compound 20 was considered to
be Cy;Hg,0,5 on FAB-MS. On the basis of acid hydrolysis
and the NMR spectral data, 20 was deduced to be ikema-
genin 3-O-tetraoside whose sugar moiety consisted of two [3-
p-cymaropyranose, one [-p-digitoxopyranose and one [-p-
oleandropyranose, the same as that of 14. However, in the
'H- and "*C-NMR spectral measurement of pyridine-d; solu-
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Table 3. (continued)
22 24 25 29 32 32’
Proton No. Dig Dig Cym Cym Cym Cym
H-1' 4.93(dd, 9.5,2.0)  5.47(dd, 9.5, 2.0) 5.28 (dd, 9.5, 2.0) 5.28 (dd, 9.5, 2.0) 5.28 (dd, 9.5, 2.0) 4.85(dd, 9.5,2.5)
-3 4.22 (brs) 4.62(q, 3.0) 4.09 (q, 3.0) 4.09 (q, 3.0) 4.05(q, 3.0) 3.79 (q, 3.0)
-4 3.20(dd, 9.5,3.0)  3.50¢ 3.519 3.519 3.519 3.21(dd, 9.5, 3.0)
-5 3.80(dq, 9.5,6.5)  4.28 (dq, 9.5, 6.5) 4.22(dq,9.5,6.5)  4.229 4.23 (dq, 9.5, 6.5) 3.87(dq, 9.5, 6.5)
-6/ 1.24 (d, 6.5) 1.43 (d, 6.5) 1.38 (d, 6.5) 1.39(d, 6.5) 1.44 9 1.22 (d, 6.5)
Ole Cym Cym Cym Ole Ole
H-1" 4.50 (dd, 9.5,2.0)  5.16(dd, 9.5, 2.0) 5.12(dd, 9.5, 2.0) 5.129 4.70 (dd, 9.5, 2.0) 4.44 (dd, 9.5, 2.0)
-3” 3.329 4.00 4.02 (q, 3.0) 4.029 3.599 3.359
-4" 3.19 (t, 8.5) 3.39(dd, 9.5, 3.0) 3.44 (dd, 9.5, 3.0) 3.43 (dd, 9.5, 3.0) 3.549 3.19 (t, 8.5)
-5" 3.329 4.17 (dq, 9.5, 6.5) 4.17 (dq, 9.5,6.5)  4.16(dq, 9.5, 6.5) 3.529 3.28 (dq, 8.5, 6.0)
-6" 1.28(d, 6.5) 1.31(d, 6.5) 1.39(d, 6.5) 1.37(d, 6.5) 1.449 1.28 (d, 6.0)
Dig Ole Ole Ole Dig Dig
H-1" 5.01(dd, 9.5,2.0)  4.66 (brd, 9.5) 4.69 (dd, 9.5,2.0)  4.68 (dd, 9.5, 2.0) 5.48 (dd, 9.5, 2.0) 5.00 (dd, 9.5, 2.0)
_2///
-3" 4.22 (brs) 3.559 3.589 3.579 4.61 (q, 3.0) 423 (q, 3.0)
-4" 3.21(dd,9.5,3.0)  3.61(t, 8.0) 3.67 (t, 8.5) 3.599 3.45(dd, 9.5, 3.0) 3.22(dd, 9.5, 3.0)
-5" 3.83(dq,9.5,6.5)  3.559 3.58 3.579 4.29 (dq, 9.5, 6.5) 3.82 (dq, 9.5, 6.5)
-6" 1.27(d, 6.5) 1.66 (d, 6.0) 1.70 (d, 6.0) 1.66 (d, 6.5) 1.449 1.27(d, 6.5)
Ole The The The Ole Ole
H-1"" 4.55(dd,9.5,2.0)  4.879 4.95 (d, 8.0) 4.87 (d, 8.0) 4.73 (dd, 9.5, 2.0) 4.55(dd, 9.5,2.0)
2" 3.89 (t, 8.5) 3.919 3.899
-3 3.159 3.68 (t, 8.5) 3.609 3.68 (t, 8.5) 3.659 3.16 (m)
-4 3.12 (t, 8.5) 3.86 (t, 8.5) 3.609 3.86 (t, 8.5) 3.659
-5 3.329 3.74 (dq, 8.5, 6.0) 3.72 (dq, 8.5,6.0)  3.74 (dq, 8.5, 6.5) 3.659 3.32 (dq, 8.5, 6.0)
-6"" 1.31(d, 6.5) 1.75 (d, 6.0) 1.59 (d, 6.0) 1.75 (d, 6.5) 1.65 (d, 6.0) 1.31 (d, 6.0)
Glc Glc Gle
H-1"" — 5.12 (d, 8.0) — 5.12 (d, 8.0) 5.10 (d, 8.0) —
2" — 4.01 (t, 8.0) — 4.029 3.99 (t, 8.0) —
-3 — 4.209 — 4.209 4.19%9 —
-4 — 4.209 — 4.209 41740 —
-5" — 3.95 (m) — 3.95 (m) 3.93 (m) —
-6"" — 4.51(dd, 11.5,2.5) — 4.51(dd, 11.5,2.5)  4.52(dd, 11.5,2.5) —
— 4.33(dd, 11.5,5.5) — 434 (dd, 11.5,5.5) 4.33(dd, 11.5,5.5) —
-OMes 3.41 (s) 3.93 (s) 3.89 (s) 3.93 (s) 3.58 (s) 3.40 (s)X2
3.40 (s) 3.57 (s) 3.62 (s) 3.62 (s) 3.56 (s) 3.45 (s)
3.50 (s) 3.58 (s) 3.57 (s) 3.51(s)
3.53 (s) 3.50 (s)

tion (see Table 2 and Experimental), chemical shifts of the
anomeric proton signals were slightly different from those of
14. Assignments of the proton signals of the sugar moiety are
shown in Table 3 based on the 'H-"H COSY spectrum start-
ing from the anomeric proton signals. In the NOE difference
experiments with irradiation at the anomeric proton signals,
NOEs were observed as follows, 6 4.85 (H-1" of S-p-cy-
maropyranose) and 3.57 (H-3 of the aglycone), 6 4.83 (H-1"
of B-p-digitoxopyranose) and 3.23 (H-4' of S-pD-cymaropyra-
nose), 0 4.82 (H-1" of B-p-cymaropyranose) and 3.20 (H-4"
of -p-digitoxopyranose), 6 4.50 (H-1"" of B-p-oleandropy-
ranose) and 3.22 (H-4" of [B-p-cymaropyranose). Conse-
quently, 20 was proved to be ikemagenin 3-O-f-p-olean-
dropyranosyl-(1 - 4)--p-cymaropyranosyl-(1 - 4)-8-p-digi-
toxopyranosyl-(1 - 4)-f-p-cymaropyranoside.

The NMR spectra of compounds 21 and 22 were sug-
gested to be ikemagenin 3-O-tetraosides. Acid hydrolysis af-
forded cymarose and oleandrose from 21 and digitoxose and
oleandrose from 22 as the component sugars. According to
identification of the NMR spectral data of each sugar moiety
with those of calotroposide E'® and lineolon 3-O-f-olean-
dropyranosyl-(1 - 4)-B-digitoxopyranosyl-(1 - 4)--olean-
dropyranosyl-(1 - 4)-B-digitoxopyranoside,'” the structures
of 21 and 22 were shown as presented in Chart 1.

Compounds 24, 29—31 and 25—28 were supposed to be
pregnane 3-O-pentaosides and pregnane 3-O-tetraosides, re-
spectively, by observation of anomeric proton and carbon
signals in the NMR spectra. Acid hydrolysis of 24—31
yielded 36 from 25 and 29, 38 from 24, 27 and 30, 39 from
28 and 31 and 34 from 26; in addition, monosaccharides
were obtained as follows: digitoxose, cymarose, oleandrose,
thevetose and glucose from 24, cymarose, oleandrose, and
thevetose from 25—28, and cymarose, oleandrose, thevetose
and glucose from 29—31. Because the 'H- and *C-NMR
spectral data of the oligosaccharide moieties in these com-
pounds were identified with those of pregnane glycosides
from the aerial part of this plant,” metaplexigenin 3-O-f3-p-
glucopyranosyl-(1 - 4)- B-p-thevetopyranosyl-(1 - 4)-f-p-
oleandropyranosyl-(1 - 4)-3-p-cymaropyranosyl-(1 - 4)-3-p-
digitoxopyranoside, 15p-hydroxylineolon 3-O-f-p-theveto-
pyranosyl-(1 - 4)-f-p-oleandropyranosyl-(1 - 4)-f-p-cy-
maropyranosyl-(1 - 4)-f-p-cymaropyranoside and 158-hy-
droxylineolon 3-O-f-p-glucopyranosyl-(1 — 4)-f3-p-theveto-
pyranosyl-(1 - 4)-B-p-oleandropyranosyl-(1 — 4)-3-p-cy-
maropyranosyl-(1 - 4)-f-p-cymaropyranoside, the structures
of 24—31 were determined to be as shown in Chart 1. Also
25, 27 and 28 were obtained from 29—31 by enzymatic hy-
drolysis, respectively.
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p-digitoxopyranose and one f-p-glucopyranose, in which S-
D-glucopyranose existed as the terminal sugar. On enzymatic
hydrolysis of 32 with cellulase, 32 yielded 32’. The 'H- and
BC-NMR spectra suggested that 32’ was ikemagenin 3-O-
tetraoside which lost the terminal B-p-glucopyranose in the
sugar sequence of 32. The 'H-'H COSY experiment of 32’
starting from each anomeric proton signal enabled us to as-
sign the proton signals due to each monosaccharide in Table
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Compound 32 was considered to be ikemagenin 3-O-pen-
taoside whose molecular formula was C;H,,0,;, the same as
that of 16 on the basis of acid hydrolysis and FAB-MS. Com-
parison of the 'H- and *C-NMR spectra of 32 with those of
16 revealed that the sugar sequence of 32 was composed of
one f-p-cymaropyranose, two f-p-oleandropyranose, one [3-

3. On the NOE difference experiments involving irradiation
at each anomeric proton signal, NOEs were observed be-
tween 0 4.85 (H-1' of B-p-cymaropyranose) and 3.56 (H-3 of
the aglycone), § 4.44 (H-1" of B-p-oleandropyranose) and
3.21 (H-4' of B-p-cymaropyranose), 6 5.00 (H-1" of B-b-
digitoxopyranose) and 3.19 (H-4" of -p-oleandropyranose),
6 4.55 (H-1"" of B-p-oleandropyranose) and 3.22 (H-4" of j3-
p-digitoxopyranose). Then, the sugar sequence of 32’ was
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determined to be 3-O-f-p-oleandropyranosyl-(1 —4)-f-p-
digitoxopyranosyl-(1 - 4)-3-p-oleandropyranosyl-(1 - 4)- B-
D-cymaropyranoside. Furthermore, in the NOE difference ex-
periment of 32, irradiation of the anomeric proton signal of
B-p-glucopyranose (6 5.10) showed a NOE on the H-4"" sig-
nal of fB-p-oleandropyranose (8 3.65). Based on the above
evidence, the structure of 32 was elucidated as presented in
Chart 1.

Experimental

General Procedure Instrumental analyses were carried out as described
previously."

Extraction and Isolation The root of Asclepias incarnata L. (870 g)
were extracted twice with MeOH under reflux. The extract was concentrated
under reduced pressure and the residue was suspended in H,O. This suspen-
sion was extracted with Et,0. The H,O layer was passed through a Mit-
subishi Diaion HP-20 column, and adsorbed material was eluted with 50%
MeOH in water, 70% MeOH in water and MeOH. The Et,O layer, 70%
MeOH eluate and MeOH eluate of the HP-20 column were concentrated, re-
spectively. These residues were then rechromatographed on a silica gel col-
umn with a CHCl,-MeOH (98:2—85:15) system and semi-preparative
HPLC (Develosil-ODS, PhA, C-8 and YMC-ODS: 45—62.5% MeCN in
water and 75—82.5% MeOH in water) to give compounds 1 (4mg), 2 (8
mg), 3 (Smg), 4 (4mg), 5 (11 mg), 6 24mg), 7 (7Tmg), 8 (3mg), 9 (3mg),
10 (28 mg), 11 (4 mg), 12 (9 mg), 13 (9 mg), 14 (23 mg), 15 (5 mg), 16 (206
mg), 17 (10mg), 18 (13 mg), 19 (10 mg), 20 (3 mg), 21 (7mg), 22 (5mg),
23 (16 mg), 24 (4 mg), 25 (22mg), 26 (6 mg), 27 (6 mg), 28 (11 mg), 29 (16
mg), 30 (15mg), 31 (10 mg), and 32 (6 mg) in addition to frugoside (83 mg)
and gofruside (51 mg). All compounds were obtained as amorphous pow-
ders.

Compound 2: [&]¥ —20.9° (¢=0.75, MeOH). FAB-MS m/z: 861
[M+Na]*. 1*C- and '"H-NMR: shown in Tables 1—3.

Compound 3: [e]} +39.7° (¢=0.53, MeOH). FAB-MS m/z: 797
[M+H]*, 819 [M+Na]*. *C-NMR: shown in Table 1. The '*C- and 'H-
NMR spectra of the sugar moiety were in good agreement with those of 2.

Compound 4: [0]5 +19.3° (¢=029, MeOH). FAB-MS m/z: 965
[M+Na]*. UV AMOHpm (log €): 217 (4.24), 223 (4.18), 278 (4.42). 1*C-
and '"H-NMR: shown in Tables 1—3.

Compound 5: [a]¥ +7.7° (c=1.13, MeOH). FAB-MS m/z: 1213
[M+Na]*. UV AMOHpm (log €): 217 (4.13), 222 (4.06), 278 (4.32). *C-
and "H-NMR: shown in Tables 2 and 3. The > C-NMR spectrum of the agly-
cone moiety was in good agreement with that of 4.

Compound 7: [a]} +12.7° (¢c=0.64, MeOH). FAB-MS m/z: 1067
[M+Na]*. UV AMOHnm (log €): 217 (4.21), 223 (4.15), 278 (4.39). 1*C-
NMR: shown in Table 1. The C- and 'H-NMR spectra of the sugar moiety
were in good agreement with those of 8.

Compound 8: [a]¥ +32.9° (c=031, MeOH). FAB-MS m/z: 995
[M+H]*, 1017 [M+Na]™. 3C- and '"H-NMR: shown in Tables 1—3.

Compound 9: [o]¥ +30.0° (c=0.32, MeOH). FAB-MS m/z: 1039
[M+Na]*. UV AM%Hnm (log &): 230 (4.14), 274 (3.28), 280 (3.23). "*C-
NMR: shown in Table 1. The '*C- and '"H-NMR spectra of the sugar moiety
were in good agreement with those of 8.

Compound 10: [¢]3 +12.3° (¢c=1.20, MeOH). FAB-MS m/z: 1227
[M+Na]*. UV AMOHnm (log €): 216 (4.14), 222 (4.07), 278 (4.32). 1*C-
and '"H-NMR: shown in Tables 2 and 3. The '*C-NMR spectrum of the agly-
cone moiety was in good agreement with that of 4.

Compound 11: [e]3 +13.1° (¢c=0.42, MeOH). FAB-MS m/z: 1229
[M+Na]*. UV AM%"nm (log €): 217 (4.25), 278 (4.37). The "*C- and 'H-
NMR spectra of the aglycone moiety and the sugar moiety were in good
agreement with those of 7 and 10.

Compound 12: [a]¥ +24.1° (c=0.89, MeOH). FAB-MS m/z: 1179
[M+Na]*. The *C- and 'H-NMR spectra of the aglycone moiety and the
sugar moiety were in good agreement with those of 8 and 10.

Compound 13: [a]¥ +24.7° (c=0.88, MeOH). FAB-MS m/z: 1201
[M+Na]*. UV AM%" nm (log €): 228 (4.10), 274 (3.42). The "*C- and 'H-
NMR spectra of the aglycone moiety and the sugar moiety were in good
agreement with those of 9 and 10.

Compound 14: [a]¥ +17.1° (¢=0.97, MeOH). FAB-MS m/z: 1079
[M+Na]*. UV AMOHnm (log €): 216 (4.19), 222 (4.12), 278 (4.36). The
13C- and "H-NMR: shown in Tables 2 and 3. The *C-NMR spectrum of the
aglycone moiety was in good agreement with that of 4.

Compound 15: [0]5 +15.8° (¢c=0.49, MeOH). FAB-MS m/z: 1081
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[M+Na]*. UV M nm (log &): 217 (4.18), 222 (4.12), 278 (4.36). The
13C- and '"H-NMR spectra of the aglycone moiety and the sugar moiety were
in good agreement with those of 7 and 14.

Compound 16: [o]3 +15.1° (¢c=1.26, MeOH). FAB-MS m/z: 1241
[M+Na]*. UV AM%Hnm (log €): 216 (4.17), 222 (4.08), 278 (4.35). *C-
and 'H-NMR: shown in Tables 2 and 3. The '*C-NMR spectrum of the agly-
cone moiety was in good agreement with that of 4.

Compound 17: [a]} +13.3° (c=0.87, MeOH). FAB-MS m/z: 1243
[M+Na]*. UV AMOHnm (log €): 202 (4.31), 217 (4.23), 222 (4.18), 278
(4.36). The *C- and '"H-NMR spectra of the aglycone moiety and the sugar
moiety were in good agreement with those of 7 and 16.

Compound 18: [0]5 +26.4° (c=1.33, MeOH). FAB-MS m/z: 1193
[M+Na]*. The *C- and '"H-NMR spectra of the aglycone moiety and the
sugar moiety were in good agreement with those of 8 and 16.

Compound 19: [a]¥ +27.1° (c=0.99, MeOH). FAB-MS m/z: 1215
[M+Na]*. UV AMOHnm (log €): 229 (4.31), 273 (3.25). The '*C- and 'H-
NMR spectra of the aglycone moiety and the sugar moiety were in good
agreement with those of 9 and 16.

Compound 20: [¢]3 +17.5° (¢=0.28, MeOH). FAB-MS m/z: 1079
[M+Na]*. UV AMOnm (log €): 217 (4.21), 223 (4.15), 278 (4.39). 1*C-
and "H-NMR: shown in Tables 2 and 3. "H-NMR (pyridine(Py)-d; at 35 °C):
0 5.32 (dd, 9.5, 2.0, H-1" of B-p-digitoxopyranose), 5.28 (dd, 9.5, 2.0, H-1’
of B-b-cymaropyranose), 5.16 (dd, 9.5, 2.0, H-1" of -p-cymaropyranose),
4.76 (dd, 9.5, 2.0, H-1"" of B-p-oleandropyranose). The '*C-NMR spectrum
of the aglycone moiety was in good agreement with that of 4.

Compound 21: [o]3 +3.6° (¢c=0.65, MeOH). FAB-MS m/z: 1093
[M+Na]*. UV AMOHnm (log €): 217 (4.24), 223 (4.17), 278 (4.40). 1*C-
and '"H-NMR: shown in Tables 2 and 3. The '*C-NMR spectrum of the agly-
cone moiety was in good agreement with that of 4.

Compound 22: [@]5 —2.1° (c=0.46, MeOH). FAB-MS m/z: 1065
[M+Na]*. UV AMO%%nm (log €): 202 (4.40), 217 (4.25), 222 (4.18), 277
(4.41). 1*C- and 'H-NMR: shown in Tables 2 and 3. The *C-NMR spectrum
of the aglycone moiety was in good agreement with that of 4.

Compound 24: [a]¥ +20.1° (¢c=0.36, MeOH). FAB-MS m/z: 1209
[M+Na]*. 3C- and '"H-NMR: shown in Tables 2 and 3. The '*C-NMR spec-
trum of the aglycone moiety was in good agreement with those of 8.

Compound 25: [a]¥ +10.3° (c=1.34, MeOH). FAB-MS m/z: 1109
[M+Na]*. UV AMOHnm (log &): 216 (4.23), 222 (4.16), 278 (4.40). *C-
and 'H-NMR: shown in Tables 2 and 3. The *C-NMR spectrum of the agly-
cone moiety was in good agreement with that of 4.

Compound 26: [a]¥ —17.9° (c=0.64, MeOH). FAB-MS m/z: 1021
[M+Na]*. The *C- and '"H-NMR spectra of the aglycone moiety and the
sugar moiety were in good agreement with those of 2 and 25.

Compound 27: [a]¥ +24.7° (c=0.60, MeOH). FAB-MS m/z: 1061
[M+Na]*. The *C- and 'H-NMR spectra of the aglycone moiety and the
sugar moiety were in good agreement with those of 8 and 25.

Compound 28: [a]¥ +24.2° (c=1.12, MeOH). FAB-MS m/z: 1083
[M+Na]*. UV AM%nm (log €): 229 (4.11), 278 (2.99), 280 (2.93). The
13C- and 'H-NMR spectra of the aglycone moiety and the sugar moiety were
in good agreement with those of 9 and 25.

Compound 29: [a]¥ +10.7° (c=0.61, MeOH). FAB-MS m/z: 1271
[M+Na]*. UV AMOHnm (log &): 217 (4.25), 222 (4.19), 278 (4.44). *C-
and "H-NMR: shown in Tables 2 and 3. The >C-NMR spectrum of the agly-
cone moiety was in good agreement with that of 4.

Compound 30: [0]3 +22.1° (c=1.12, MeOH). FAB-MS m/z: 1223
[M+Na]*. The 3C- and '"H-NMR spectra of the aglycone moiety and the
sugar moiety were in good agreement with those of 8 and 29.

Compound 31: [a]¥ +24.0° (c=1.01, MeOH). FAB-MS m/z: 1245
[M+Na]*. UV AMOHnm (log €): 230 (4.16), 273 (2.93). The '*C- and 'H-
NMR spectra of the aglycone moiety and the sugar moiety were in good
agreement with those of 9 and 29.

Compound 32: [o]3 +1.4° (c=0.53, MeOH). FAB-MS m/z: 1241
[M+Na]*. UV AY%nm (log €): 217 (4.23), 222 (4.15), 278 (4.38). The
13C- and "H-NMR: shown in Tables 2 and 3. The >*C-NMR spectrum of the
aglycone moiety was in good agreement with that of 4.

Acid Hydrolysis of a Mixture of Pregnane Glycosides The fraction of
pregnane glycosides eluted from the CHCl,-MeOH (96 : 4) system on a sil-
ica gel column (600 mg) was heated at 60 °C for 5h with dioxane (8 ml) and
0.2~ H,SO, (2 ml) to obtain the aglycones and sugars. After hydrolysis, this
reaction mixture was diluted with H,O and extracted with EtOAc. The
EtOAc layer was concentrated to dryness. Purification of the residue by
HPLC (YMC-ODS, 67.5% MeOH in water ) afforded two new 12-O-acy-
lated pregnanes (37 (5mg) and 38 (2mg)) along with isolineolon (35, 6
mg)”, 12-O-acetyllineolon (34, 7mg)", 12-O-nicotinoyllineolon (33, 2
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mg),” ikemagenin (36, 30 mg)® and 12-O-benzoylisolineolon (39, 3 mg).”

35: 'H-NMR (Py-d; at 35°C): § 5.43 (br s, H-6), 3.90 (m, H-3), 3.88 (dd,
9.5,5.5,H-17),3.77 (dd, 12.0, 4.5, H-12), 2.29 (s, H-21), 1.67 (dd, 13,5, 2.5,
H-9), 1.57 (s, H-18), 1.48 (s, H-19).

37: [a]y —16.5° (¢=0.44, MeOH), FAB-MS m/z: 519 [M+Na]*. UV
AMOH ym (log €): 204 (4.25), 217 (4.24), 278 (4.40). PC-NMR (Py-d; at
35°C): 6 209.5 (C-20), 165.9 (C-1"), 144.8 (C-3"), 135.1 (C-4"), 130.5 (C-
7'), 129.3 (C-6', 8"), 128.6 (C-5',9"), 119.4 (C-2"), 87.6 (C-14), 76.5 (C-8),
74.0 (C-12), 70.8 (C-3), 60.5 (C-17), 56.3 (C-13), 47.6 (C-9), 45.9 (C-5),
38.9 (C-1), 38.4 (C-4), 36.7 (C-10), 35.1 (C-7), 33.9 (C-15), 32.4 (C-21),
32.0 (C-2), 25.4 (C-6), 24.1 (C-11), 22.5 (C-16), 16.2 (C-18), 13.3 (C-19).
"H-NMR (Py-d; at 35°C): § 7.97 (d, 16.0, H-3"), 6.78 (d, 16.0, H-2"), 5.86
(s, 14-OH), 5.22 (dd, 10.0, 6.0, H-12), 4.30 (s, 8-OH), 3.92 (m, H-3), 3.52 (t,
9.5, H-17), 2.28 (s, H-21), 2.00 (s, H-18), 1.71 (q, 11.5, H-4ax), 1.43 (dd,
12.0, 4.0, H-9), 1.27 (s, H-19), 1.16 (overlapping, H-5).

38: [o]3 +40.8° (¢=0.20, MeOH). FAB-MS m/z: 447 [M+H]*, 469
[M+Na]*. BC-NMR (CDCl, at 35°C): § 217.4 (C-20), 167.8 (C-1"), 139.2
(C-5), 137.8 (C-3'), 128.8 (C-2'), 118.8 (C-6), 86.3 (C-14), 75.9 (C-12),
73.9 (C-8), 72.0 (C-3), 57.7 (C-17), 54.2 (C-13), 44.4 (C-9), 42.2 (C-4), 38.9
(C-1), 37.0 (C-10), 37.0, 35.6 (C-7, 15), 33.0 (C-21), 31.2 (C-2), 24.7, 24.0
(C-11, 16), 18.2 (C-19), 14.5 (C-4"), 12.1, 12.0 (C-18, 5"). *C-NMR (Py-d;
at 35°C): 4 214.3 (C-20), 167.8 (C-1"), 140.2 (C-5), 137.7 (C-3"), 129.4 (C-
2"), 118.7 (C-6), 86.6 (C-14), 77.7 (C-12), 74.4 (C-8), 71.6 (C-3), 59.2 (C-
17), 55.1 (C-13), 45.2 (C-9), 43.4 (C-4), 39.3 (C-1), 37.6 (C-10), 36.7, 35.9
(C-7, 15), 32.1 (C-2), 31.6 (C-21), 24.8, 24.6 (C-11, 16), 18.5 (C-19), 14.3
(C-4"), 12.7 (C-18), 12.3 (C-5"). '"H-NMR (Py-d; at 35°C): § 7.15 (br q, 7.0,
H-3"), 5.53 (s, 14-OH), 5.38 (br s, H-4), 5.09 (dd, 12.0, 4.0, H-12), 4.51 (s,
8-OH), 3.88 (m, H-3), 3.22 (dd, 9.5, 5.5, H-17), 2.25 (s, H-21), 1.99 (br s, H-
5"),1.72 (br d, 7.0, H-4"), 1.56 (s, H-18), 1.42 (s, H-19).

39: [a]3 +35.0° (c=0.33, MeOH). FAB-MS m/z: 491 [M+Na]*. UV
AMOHpm (log €): 230 (4.18), 273 (3.06). *C-NMR (CDCl, at 35°C): §
217.3 (C-20), 166.4 (C-1"), 139.1 (C-5), 133.3, 130.2 (C-5', 2'), 129.6 (C-
4',6"), 128.6 (C-3',7"), 118.8 (C-6), 86.4 (C-14), 77.2 (C-12), 73.9 (C-8),
72.0 (C-3), 57.8 (C-17), 54.3 (C-13), 44.4 (C-9), 42.1 (C-4), 38.9 (C-1), 37.1
(C-10), 37.1, 35.6 (C-7, 15), 33.0 (C-2), 31.1 (C-21), 24.7, 24.1 (C-11, 16),
18.2 (C-19), 12.2 (C-18). *C-NMR (Py-d; at 35°C): § 214.1 (C-20), 166.6
(C-1"), 140.2 (C-5), 133.6, 131.4 (C-5', 2'), 130.0 (C-4', 6'), 129.1 (C-3',
7"), 118.7 (C-6), 86.6 (C-14), 78.6 (C-12), 74.4 (C-8), 71.6 (C-3), 59.3 (C-
17), 55.1 (C-13), 45.2 (C-9), 43.4 (C-4), 39.3 (C-1), 37.7 (C-10), 36.7, 35.9
(C-7, 15), 32.1 (C-21), 31.7 (C-2), 24.8, 24.7 (C-11, 16), 18.5 (C-19), 12.7
(C-18). "TH-NMR (Py-d at 35°C): § 8.37 (br d, 7.5, H-3",7"), 7.60 (br t, 7.5,
H-5"), 7.53 (br t, 7.5, H-4', 6'), 5.57 (s, 14-OH), 5.39 (br s, H-6), 5.27 (dd,
12.0, 4.0, H-12), 4.59 (s, 8-OH), 3.89 (m, H-3), 3.27 (dd, 9.5, 5.5, H-17),
2.20 (s, H-21), 1.78 (dd, 13.5, 2.5, H-9), 1.66 (s, H-18), 1.44 (s, H-19).

The H,O layer was passed through an Amberlite IRA-60E column and the
eluate was concentrated to dryness. The residue was chromatographed on a
silica gel with a CHCl;-MeOH-H,O (7:1:1.2 bottom layer) system to ob-
tain cymarose (7 mg), oleandrose (12 mg), and digitoxose (25 mg). As to the
absolute configuration of each monosaccharide, all of these monosaccha-
rides were believed to have a p-form based on their optical rotation
values. &1112)

p-Cymarose: [a]%® +52.1° (¢=0.67, 24 h after dissolution in H,0). (lit:
[a]3 +51.6° (c=1.02, H,0)).""

p-Oleandrose: []%® —12.3° (c=1.15, 24 h after dissolution in H,0). (lit:
[alp —11° (c=1.1, H,0))."?

p-Digitoxose: [a]X +43.8° (¢=0.71, 24 h after dissolution in H,0). (lit:
[o]3 +48.4° (¢=0.90, H,0)).

This H,O layer also produced a disaccharide, thevetopyranosyl-(1 —4)-
oleandropyranoside (6 mg). Part of this disaccharide (ca. 0.5 mg) was hy-
drolyzed with 0.05~ HCl-dioxane (1:1) at 95°C for 1.5h, then the residue
was reacted with p-cysteine methyl ester hydrochloride, hexamethyldisi-
lazane and trimethylsilylchloride using the same procedure described in a
previous report.'>!819) After a series of reactions, the precipitate was cen-
trifuged and the supernatant was subjected to GC analysis. GC conditions:
column, GL capillary column TC-1 (GL Sciences, Inc., Tokyo, Japan) 0.32
mmX30m, carrier gas N,, column temperature 195 °C; f; p-thevetose 15.5
min, L-thevetose 14.0min. The #; for p-thevetose was obtained from its
enantiomer (L-thevetose+L-cysteine). p-Thevetose was detected from this
disaccharide.

Alkaline Hydrolysis of Compounds 37 and 38 Solutions of com-
pounds 37 and 38 (ca. 0.3 mg) were hydrolyzed with 2N NaOH aq. and
dioxane (each 40 ul) at 60°C for 2h in N, atmosphere. After alkaline hy-
drolysis, the reaction mixture was diluted with H,O, then 1N HCI (ca. 100
ul) was added to them. Next, the ester moiety was extracted with di-
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ethylether. HPLC analysis suggested that cinnamic acid, tiglic acid and ben-
zoic acid were yielded from 37 and 38, respectively. Conditions: column,
YMC-ODS 4.6 mmX25cm; flow rate, 1.0ml/min, 50% MeOH in
water+0.05% trifluoroacetic acid (TFA); f, cinnamic acid 18.0 min, 40%
MeOH in water+0.05% TFA; t;, tiglic acid 13.4 min.

Acid Hydrolysis of a Mixture of Pregnane Glycosides to Determine
the Configuration of Glucose The fraction of pregnane glycosides eluted
from the CHCl;-MeOH (9:1) system formed a silica gel column (ca. 10
mg) which was heated at 95°C for 1.5h with dioxane and 0.05~ HCI (10
drops each). After hydrolysis, the reaction mixture was passed through an
Amberlite IRA-60E column, and the eluate was evapolated under reduced
pressure. The residue was partitioned with H,O and EtOAc, then the H,0
layer was concentrated to dryness. This residue was stirred with p-cysteine
methyl ester hydrochloride, hexamethyldisilazane and trimethylsilylchloride
in pyridine, as described above. After the reactions, the supernatant was sub-
jected to GC analysis. GC conditions: column, GL capillary column TC-1
(GL Sciences, Inc.) 0.32 mmX30m, carrier gas N,, column temperature 210
°C; ty p-glucose 18.8 min, L-glucose 17.8 min. D-Glucose was detected from
the mixture of pregnane glycosides.

Acid Hydrolysis of Compounds 2—S5, 7—22 and 23—32 Solutions of
compounds 2—S5, 7—22 and 23—32 (ca. 0.5 mg) in dioxane and 0.05~ HCI
(2 drops each) were heated at 95 °C for 1.5 h. The following procedures after
hydrolysis for the detection of the aglycone and the monosaccharides of
each compound were described in previous papers."? The acquired aglycone
and monosaccharides were analyzed with HPLC and GC, respectively.
HPLC conditions: column, YMC-ODS 4.6 mmX25cm; flow rate, 1.0
ml/min, 47.5% MeOH in water; f isolineolon (35) 9.4 min, 50% MeOH in
water; tp 12-O-acetyllineolon (34) 14.0 min, 70% MeOH in water; # ikema-
genin (36) 12.8min, S5o¢,6-dihydroikemagenin (37) 14.8min, 12-O-
tigloylisolineolon (38) 14.0 min, 12-O-benzoylisolineolon (39) 17.0 min; GC
conditions: column, Supelco SP-2380™ capillary column 0.25 mmX30m,
carrier gas N,, column temperature 200 °C; #, cymaritol acetate 7.9 min, ole-
andritol acetate 8.9 min, digitoxitol acetate 11.5min, column temperature
215 °C; ty thevetitol acetate 11.5 min, column temperature 250 °C; #; gluci-
tol acetate 13.1 min.

Enzymatic Hydrolysis of Compounds 5, 10—13, 16—19, 23 and 29—
32 Compounds 5, 10—13, 16—19, 23 and 29—32 (ca. 2mg) were dis-
solved in H,0O (0.7 ml), then cellulase (Sigma Chem. Co.) (ca. 20—30mg)
was added. The mixture was stirred at 40 °C for 3 or 4d. After hydrolysis,
the reaction mixture was diluted with H,O and extracted with EtOAc. The
EtOAc extract of each compound, except for 18, 19 and 32, contained
ikemagemin 3-O--p-oleandropyranosyl-(1 - 4)- -p-digitoxopyranosyl-(1 -
4)-B-p-digitoxopyranosyl-(1 - 4)- B-b-digitoxopyranoside,” 6—9, 14, 15, 22,
25, 27 and 28, whose structures were confirmed by comparison of their 'H-
NMR spectra and HPLC analysis with those of authentic sample. In the "H-
NMR spectra of the products from 18 and 19 by enzymatic hydrolysis, sig-
nals due to the sugar moiety were consistent with those of 14.

Acknowledgements We thank the staff of the Central Analytical Labo-
ratory of this university for their measurement of FAB-MS.

References and Notes
1) Warashina T., Noro T., Phytochemistry, (accepted, 1999).
2) Warashina T., Noro T., Chem. Pharm. Bull., 48, 99—107 (2000).
3) Cheng H. T., Nelson C. J., Watson T. R., J. Chem. Soc. Perkin Trans 1,
1988, 1851—1857.
4) Abe F, Mohri Y., Yamauchi T., Chem. Pharm. Bull., 40, 2917—2920
(1992).
5) Warashina T., Noro T., Chem. Pharm. Bull., 44, 358—363 (1996).
6) Abe F., Mohri Y., Okabe H., Yamauchi T., Chem. Pharm. Bull., 42,
1777—1783 (1994).
7) Yamagishi T., Hayashi K., Mitsuhashi H., Inamori M., Matsushita K.,
Tetrahedron Lett., 1973, 3531—3534.
8) Yamagishi T., Mitsuhashi H., Chem. Pharm. Bull., 20, 2070—2071
(1972).
9) Mitsuhashi H., Mizuta Y., Yakugaku Zasshi, 89, 1352—1357 (1969).
10) Yamagishi T., Hayashi K., Mitsuhashi H., Inamori M., Matsushita K.,
Tetrahedron Lett., 1973, 3527—3530 .
11) Tsukamoto S., Hayashi K., Kaneko K., Mitsuhashi H., Chem. Pharm.
Bull., 34, 3130—3134 (1986).
12) Nakagawa T., Hayashi K., Wada K., Mitsuhashi H., Tetrahedron, 39,
607—612 (1983).
13) Kasai R., Okihara M., Asakawa J., Mizutani K., Tanaka O., Tetrahe-
dron, 35, 1427—1432 (1979).



524 Vol. 48, No. 4

14) Mitsuhashi T., Hayashi K., Shouyakugaku Zasshi, 39, 1—27 (1985). 17) Warashina T., Noro T., Phytochemistry, 39, 199—204 (1995).
15) Yoshikawa K., Okada N., Kann Y., Arihara S., Chem. Pharm. Bull., 44, 18) Hara S., Okabe H., Mihashi K., Chem. Pharm. Bull., 35, 501—506
1790—1796 (1996). (1987).

16) Shibuya H., Zhang P, Park J. D., Beak N. 1., Takeda Y., Yoshikawa M.,  19) Zhang D., Miyase T., Kuroyanagi M., Umehara K., Ueno A., Chem.
Kitagawa 1., Chem. Pharm. Bull., 40, 2647—2653 (1992). Pharm. Bull., 44, 173—179 (1996).



