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Compounds from the Aerial Parts of Aceriphyllum rossii 

and Their Cytotoxic Activity

Thi Thu Trang Tran, Thi Yen Nguyen, Manh Hung Tran, Kwon-Yeon Weon, Mi Hee Woo, and Byung Sun Min*

College of Pharmacy, Catholic University of Daegu, Gyeongbuk 712-702, Korea

Abstract − The purification of the MeOH extracts from the aerial parts of Aceriphyllum rossii Engler
(Saxifragaceae) using column chromatography furnished fourteen compounds (1 - 14). The chemical structures of
the isolated compounds were determined using mainly nuclear magnetic resonance spectra and mass
spectrometry. All the isolated compounds were tested for their cytotoxic activity against LH-60, MCF-7 and HeLa
cancer cells in vitro using a MTT assay method. Compounds possessing an olean-triterpenoid skeleton entirely
exhibit dose dependent cytotoxic activity. These findings partially confirmed the anticancer effect of this
medicinal plant, suggesting a further study on the anticancer potential of the triterpenoid structure in compounds
from this plant.
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Introduction

In a preliminary study, a methanol extract of the aerial

parts of Aceriphyllum rossii Engler. (Saxifragaceae) had

inhibitory effect against several cancer cell lines. A. rossii,

an endemic species in Korea, is a perennial herb that

grows on damp rocks along the valleys in the central

northern parts of Korea. The whole plant of A. rossii

contain oleanane-type triterpenoids that exhibited

potential cytotoxic activity against MCF-7, K562 and

LLC cancer cells.1,2 The triterpenoids showed acyl-CoA-

cholesterol, O-acyltransferase inhibition, antibacterial and

anti-complementary activities.3-6 Inhibition of the protein

tyrosine phosphatase 1B activity by triterpenes isolated

from the seeds of A. rossii has also been reported.7 In

addition, the flavonoids isolated from the aerial parts

exhibited antioxidant activity.8 In the present study,

activity-guided fractionation led to the isolation of

fourteen compounds (1 - 14) (Fig. 1). The present paper

reports the isolation and structural elucidation of these

compounds along with their cytotoxic activities. 

Experimental

Chemicals and reagents − Solvents were purchased

from Samchun Chemicals Company (Korea). The cancer

cell lines LH-60, MCF-7 and HeLa were purchased from

the Korean Cell Line Bank (KCLB, Seoul, Korea).

DMEM, FBS, PBS, penicillin, streptomycin were bought

from GIBCO (Inc., NY, USA).

Instruments − Optical rotations were measured with a

JASCO DIP-370 polarimeter. UV spectra were measured
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Fig. 1. Chemical structure of isolated compounds (1 - 14) from
Aceriphyllum rossii.
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with a Thermo 9423AQA2200E UV spectrometer. IR

spectra were measured with a Bruker Equinox 55 FT-IR

spectrometer. A Waters HPLC was used for purication

and isolation with a YMC-Pack ODS-A HPLC column.

NMR spectra were recorded on Varian Unity Inova 400

(1H, 400 MHz; 13C, 100 MHz) spectrometers. Conventional

pulse sequences were used for COSY, HMBC and

HMQC. All chemical shifts are given in ppm units with

reference to tetramethylsilane (TMS) as an internal standard

and the coupling constants (J) are in Hz. HRESIMS was

measured on a JMS-700 Mstation mass spectrometer.

TLC was carried out on precoated silica gel 60 F254

(Merck). Chromatography suppliers were used for isolation:

silica-gel (Kieselgel 60, 40 - 63 μm, Merck) or reverse

phase silica-gel (LiChroprep® RP-18, 40 - 63 μm, Merck).

Optical density (OD) values in the cytotoxic activity by 3-

(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide

(MTT) assays were read on a TECAN-ELISA Microplate

Reader.

Plant material − The aerial parts of A. rossii were

collected at Jeongbong-san, Kangwondo, Korea, in June

2007 and identified by Dr. Hyeong Kyu Lee. A voucher

specimen (PB-1636) was deposited at the herbarium of

the Korea Research Institute of Bioscience and Bio-

technology, Korea.

Materials and methods − The aerial parts (3.0 kg)

were extracted reflux with MeOH (5 L × 3 times). After

evaporation of the solvent under reduced pressure, the

crude MeOH extract (290 g) was obtained and suspended

in hot water and partitioned with n-hexane, CHCl3,

EtOAc and BuOH, successively, to afford n-hexane-(39.5

g), CHCl3-(3.2 g), EtOAc-(53.8 g), BuOH-(67.2 g) soluble

fractions, respectively. By the activity-guided fractionation,

the CHCl3 and EtOAc soluble fractions were choose to

further study. The CHCl3 soluble fraction (3.2 g) was

chromatographed over a silica gel column (6 × 60 cm,

40 - 63 µm particle size, Merck) and eluted with n–

hexane-EtOAc (20 : 1 → 1 : 1, each 1 L) yielded eight

fractions (F1 - F8). Fraction F4 (430.0 mg) was further

subjected to a silica gel column (4 × 50 cm, 40 - 63 µm

particle size, Merck), eluted with CHCl3-EtOAc (15 :

1 → 2 : 1, each 0.5 L) to obtain compounds 3 (3.4 mg)

and 7 (50.0 mg). Fraction F6 (280 mg) was applied to a

silica gel column (3 × 40 cm, 40 - 63 µm particle size,

Merck), eluted with CHCl3-EtOAc (25 : 1 → 5 : 1, each

0.5 L) to afford six sub-fractions (F6.1 - F6.6). The sub-

fraction F6.2 (55.6 mg) was chromatographed over a silica

gel column (2 × 40 cm, 40 - 63 µm particle size) and

eluted with CHCl3-MeOH (30 : 1 → 5 : 1, each 0.4 L) to

obtain compounds 4 (7.0 mg) and 5 (7.2 mg). Compound

6 (7.1 mg) was crystallized from sub-fraction F6.4 (18 mg)

with CHCl3-MeOH (10 : 1). The EtOAc-soluble fraction

(53.8 g) was also subjected to a silica gel column (12 ×

60 cm, 40 - 63 µm particle size), eluted with CHCl3-

MeOH-H2O (9 : 1 : 0.1 → 1 : 1 : 0.02, each 2 L) to obtain

nine fractions (E1 - E9). Fraction E3 (3.5 g) was further

applied to RP-18 silica gel column (6 × 60 cm, 40 - 63

µm particle size), eluted with MeOH-H2O (1 : 4 → 1 : 1)

to yield ten sub-fractions (E3.1 - E3.10). Sub-fraction

E3.4 (72.0 mg) was applied to RP-18 silica gel column

(2 × 60 cm, 40 - 63 µm particle size) and eluted with

ACN-H2O (1 : 8 → 2 : 3, each 1 L) to afford compounds

1 (15.0 mg) and 8 (25.0 mg). Sub-fraction E3.6 (85.0 mg)

was purified by HPLC [eluting with MeOH-H2O (75 :

25 → 55 : 45) over 90 min; flow rate: 5 mL/min; UV

detection at 210 nm; column YMC-Pack ODS-A (20 ×

250 mm, 5 µm)] to obtain compounds 9 (8.0 mg, tR =

29.8 min), 10 (3.4 mg, tR = 42.6 min) and 11 (7.1 mg, tR =

51.3 min). Fraction E8 (2.2 g) was also subjected to RP-

18 silica gel column (6 × 60 cm, 40 - 63 µm particle size),

eluted with ACN-H2O (1 : 5 → 2 : 3, each 1.2 L) to

afford eight sub-fractions (E8.1 - E8.8). Sub-fraction E8.4

(65.0 mg) was further applied to RP-18 silica gel column

(2 × 40 cm, 40 - 63 µm particle size) using MeOH-H2O

(1 : 4 → 2 : 3, each 0.6 L) to obtain compounds 12 (20.0

mg) and 14 (10.8 mg). Compound 2 (30.0 mg) was

crystallized from sub-fraction E8.6 (45.0 mg). Sub-fraction

E8.5 (48.0 mg) was chromatogaphed over RP-18 silica

gel column (2 × 40 cm, 40 - 63 µm particle size), eluted

with ACN-H2O (1 : 5 → 1 : 2, each 0.5 L) to afford com-

pound 13 (32.0 mg). 

Galloyl linarionoside A (1) – White amorphous powder;

= 0.0o (c 0.1, MeOH); UV (MeOH) λmax: 277,

216 nm; IR (KBr) νmax: 3328, 2943, 2831, 2527, 2356,

1748, 1449, 1418, 1116, 1024 cm−1; 1H NMR (400 MHz,

CD3OD) δ: 7.10 (2H, s, H-2'', H-6''), 4.48 (2H, d, J = 4.8

Hz, H-6'), 4.42 (1H, d, J = 7.6 Hz, H-1'), 3.93 (1H, dddd,

J = 2.4, 6.0, 8.4, 12.0 Hz, H-3), 3.68 (1H, sext, J = 6.4

Hz, H-9), 3.58 (1H, m, H-5'), 3.38 (1H, m, H-3'), 3.34

(1H, m, H-4'), 3.19 (1H, dd, J = 2.0, 7.6 Hz, H-2'), 2.26

(1H, br dd, J = 4.8, 16.0, Heq-4), 2.14 (1H, td, J = 6.4,

11.2 Hz, H-7b), 1.99 (1H, dd, J = 9.6, 16.0 Hz, Hax-4),

1.86 (1H, td, J = 6.4, 11.2, H-7a), 1.77 (1H, br d, J = 13.2

Hz, Heq-2), 1.45 (1H, m, H- 8a), 1.43 (1H, m, H-8b), 1.41

(1H, m, Hax-2), 1.59 (3H, s, H-13), 1.15 (3H, d, J = 6.4

Hz, H-10), 0.93 (3H, s, H-12), 0.88 (3H, s, H-11); 13C

NMR (100 MHz, CD3OD) δ: 38.9 (C-1), 47.7 (C-2), 74.5

(C-3), 39.9 (C-4), 125.0 (C-5), 138.7 (C-6), 25.6 (C-7),

40.7 (C-8), 69.3 (C-9), 23.3 (C-10), 28.8 (C-11), 30.2 (C-

12), 20.1 (C-13), 103.1 (C-1'), 75.5 (C-2'), 78.1 (C-3'),
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72.2 (C-4'), 75.3 (C-5'), 65.1 (C-6'), 121.5 (C-1''), 110.4

(C-2'', C-6''), 139.9 (C-3'', C-5''), 146.7 (C-4''), 168.4

(C = O); FAB-MS m/z 549.23 [M + Na]+ (calcd. for

C26H38O11Na, 549.23). 

Rhododendroside (2) − White amorphous powder;

= 0.0o (c 0.1, MeOH); UV (MeOH) λmax: 211, 213

nm; IR (KBr) νmax: 3326, 2997, 2844, 2832, 1448, 1418,

1116, 1024 cm−1; 1H NMR (400 MHz, CD3OD) δ: 4.45

(1H, d, J = 8.0 Hz, H-1'), 4.08 (1H, m, H-3), 3.86 (1H, dd,

J = 1.2, 15.6 Hz, Hb-6'), 3.68 (1H, dd, J = 4.8, 15.6 Hz,

Ha-6'), 3.75 (1H, m, H-9), 3.37 (1H, m, Ha-8), 3.34 (1H,

m, Hb-8), 3.17 (1H, dd, J = 1.2, 8 Hz, H-2'), 2.35 (1H,

brdd, J = 4.4, 16.4 Hz, Heq-4), 2.23 (1H, td, J = 4.8, 9.6

Hz, Ha-7), 2.04 (1H, brdd, J = 6.4, 16.0 Hz, Hax-4), 1.93

(1H, td, J = 6.0, 16.8 Hz, Hb-7), 1.86 (1H, ddd, J = 1.2,

3.2, 12.0 Hz, Heq-2), 1.67 (3H, s, H-13), 1.54 (2H, m, H-

8), 1.49 (1H, t, J = 7.6 Hz, Hax-2), 1.19 (3H, d, J = 6.4 Hz,

H-10), 1.08 (3H, s, H-12), 1.07 (3H, s, H-11); 13C NMR

(100 MHz, CD3OD) δ: 38.9 (C-1), 47.6 (C-2), 73.4 (C-3),

39.9 (C-4), 125.2 (C-5), 138.6 (C-6), 25.8 (C-7), 40.8 (C-

8), 69.3 (C-9), 23.4 (C-10), 28.9 (C-11), 30.4 (C-12), 20.2

(C-13), 102.4 (C-1'), 75.3 (C-2'), 78.2 (C-3'), 71.8 (C-4'),

77.9 (C-5'), 62.9 (C-6'); FAB-MS m/z 397.23 [M + Na]+

(calcd. for C19H34O7Na, 397.23).

(2,3-trans-3,4-trans-4,5-trans-2,5-bis-(4-hydroxyphenyl)-

3,4-dimethyltetrahydrofuran) (3) − Colorless needles;

mp. 230 – 232 oC; UV (MeOH) λmax: 229, 276 nm; 1H

NMR (400 MHz, CD3OD) δ: 7.28 (4H, d, J = 8.4 Hz, H-

2', -6', -2'', -6''), 6.80 (4H, d, J = 8.4 Hz, H-3', -5', -3'', -5''),

4.43 (2H, d, J = 6.8 Hz, H-2, -5), 2.31 (2H, m, H-3, -4),

1.01 (6H, d, J = 6.8 Hz, 3,4-Me); 13C NMR (100 MHz,

CD3OD) δ: 89.2 (C-2, C-5), 45.9 (C-3, C-4), 133.9 (C-1',

C-1''), 129.1 (C-2', C-6', C-2'', C-6''), 116.3 (C-3', C-5', C-

3'', C-5''), 158.4 (C-4', C-4''), 13.1 (3,4-Me); FAB-MS m/z

307.14 [M + Na]+ (calcd. for C18H20O3Na, 307.14).

3α,24-dihydroxyolean-12-en-27-oic acid (4) − White

amorphous powder; mp. 245 – 247 oC; = +110.0o (c

1.1, CHCl3); 
1H NMR (400 MHz, CDCl3) δ: 5.67 (1H, br

s, H-12), 3.68 (1H, br s, H-3), 3.56 (1H, d, J = 11.6Hz, H-

24a), 3.34 (1H, d, J = 11.6 Hz, H-24b), 2.30 (1H, dd,

J = 6.4, 11.6 Hz, H-9), 2.03 (1H, m, H-18), 1.04 (3H, s,

H-26), 0.99 (3H, s, H-25), 0.86 (6H, s, H-28 and H-29),

0.83 (3H, s, H-30), 0.67 (3H, s, H-23); 13C NMR (100

MHz, CDCl3) δ: 36.9 (C-1), 27.8 (C-2), 70.9 (C-3), 44.2

(C-4), 49.3 (C-5), 18.4 (C-6), 33.1 (C-7), 36.1 (C-8), 47.2

(C-9), 37.1 (C-10), 23.1 (C-11), 126.3 (C-12), 138.0 (C-

13), 56.2 (C-14), 22.3 (C-15), 28.5 (C-16), 31.3 (C-17),

47.6 (C-18), 42.5 (C-19), 33.6 (C-20), 34.6 (C-21), 37.1

(C-22), 25.8 (C-23), 64.5 (C-24), 16.7 (C-25), 17.9 (C-

26), 179.7 (C-27), 28.3 (C-28), 33.1 (C-29), 23.9 (C-30);

ESI-MS m/z 473 [M + H]+, 495 [M + Na]+; EI-MS m/z

472.35 [M]+ (calcd. for C30H48O4, 472.35).

3α-hydroxyolean-12-en-27-oic acid (5) −White crystals;
1H NMR (400 MHz, CDCl3) δ: 5.67 (1H, br s, H-12),

3.40 (1H, brs, H-3), 1.23 (3H, s H-26) 1.01 (3H, s, H-

23), 0.94 (3H, s, H-25), 0.90 (3H, s, H-24), 0.83 (3H, s,

H-28), 0.82 (3H, s, H-29), 0.81 (3H, s, H-30); 13C NMR

(100 MHz, CDCl3) δ: 37.4 (C-1), 27.8 (C-2), 76.4 (C-3),

40.3 (C-4), 49.5 (C-5), 18.2 (C-6), 33.3 (C-7), 37.6 (C-8),

48.9 (C-9), 36.9 (C-10), 23.9 (C-11), 126.7 (C-12), 138.4

(C-13), 56.4 (C-14), 22.5 (C-15), 28.5 (C-16), 33.0 (C-

17), 47.6 (C-18), 44.6 (C-19), 31.3 (C-20), 33.5 (C-21),

36.3 (C-22), 28.5 (C-23), 22.5 (C-24), 16.3 (C-25), 18.4

(C-26), 177.8 (C-27), 29.9 (C-28), 34.5 (C-29), 23.1 (C-

30); EI-MS m/z 456.35 [M]+ (calcd. for C30H48O3,

456.35).

β-Amyrin (6) − White amorphous powder; 1H NMR

(400 MHz, CDCl3) δ: 5.69 (1H, brs, H-12), 3.21 (1H, dd,

J = 4.8, 11.2 Hz, H-3), 1.30 (3H, s, H-30), 1.04 (3H, s, H-

27), 0.98 (3H, s, H-25), 0.97 (3H, s, H-24), 0.86 (3H, s,

H-26), 0.85 (3H, s, H-23), 0.84 (3H, s, H-28), 0.78 (3H,s,

H-29); 13C NMR (100 MHz, CDCl3) δ: 36.8 (C-1), 27.7

(C-2), 79.3 (C-3), 40.1 (C-4), 55.4 (C-5), 18.2 (C-6), 33.5

(C-7), 37.3 (C-8), 49.2 (C-9), 38.9 (C-10), 23.1 (C-11),

126.4 (C-12), 138.4 (C-13), 56.2 (C-14), 22.5 (C-15),

27.3 (C-16), 33.1 (C-17), 47.7 (C-18), 44.5 (C-19), 31.4

(C-20), 34.5 (C-21), 36.4 (C-22), 28.3 (C-23), 15.7 (C-

24), 16.6 (C-25), 18.4 (C-26), 38.8 (C-27), 28.5 (C-28),

29.9 (C-29), 23.9 (C-30); EI-MS m/z 426.39 [M]+ (calcd.

for C30H50O, 426.39).

3-oxoolean-12-en-27-oic acid (7) − White crystals; 1H

NMR (400 MHz, CDCl3) δ: 5.70 (1H, t, J = 3.6 Hz, H-

12), 1.06 (3H, s, H-26), 1.05 (3H, s, H-23), 1.04 (3H, s,

H-24), 1.03 (3H, s, H-25), 0.86 (3H, s, H-28), 0.83 (3H, s,

H-30), 0.80 (3H, s, H-29); 13C NMR (100 MHz, CDCl3)

δ: 39.1 (C-1), 34.2 (C-2), 218.1 (C-3), 47.3 (C-4), 55.9

(C-5), 19.8 (C-6), 33.9 (C-7), 40.2 (C-8), 49.1 (C-9), 36.7

(C-10), 23.1 (C-11), 126.0 (C-12), 137.7 (C-13), 54.7 (C-

14), 22.4 (C-15), 27.7 (C-16), 33.2 (C-17), 46.3 (C-18),

44.2 (C-19), 31.3 (C-20), 36.0 (C-21), 36.9 (C-22), 27.2

(C-23), 21.6 (C-24), 16.5 (C-25), 18.2 (C-26), 182.3 (C-

27), 28.4 (C-28), 34.5 (C-29), 23.7 (C-30); EI-MS m/z

454.34 [M]+ (calcd. for C30H46O3, 454.34).

Isoquercitrin (8) − Yellow amorphous powder; m.p.

230 – 232 oC; – 12.5o (c 0.9, MeOH); 1H NMR

(400 MHz, CD3OD) δ: 7.67 (1H, d, J = 2.4 Hz, H-2'),

7.53 (1H, dd, J = 2.4, 8.4 Hz, H-6'), 6.82 (1H, d, J = 8.4

Hz, H-5'), 6.31 (1H, d, J = 2.0 Hz, H-8), 6.13 (1H, d,

J = 2.0 Hz, H-6), 5.19 (1H, d, J = 7.6 Hz), 3.69 (1H, dd,

J = 2, 11.6 Hz, H-6a''), 3.55 (1H, dd, J = 5.2, 11.6 Hz, H-
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6b''), 3.21 ~ 3.48 (4H, m, H- 2'', 3'', 4'', 5''); 13C NMR (100

MHz, CD3OD) δ: 179.5 (C-4), 166.1 (C-7), 163.1 (C-5),

159.1 (C-9), 158.5 (C-2), 149.6 (C-4'), 146.0 (C-3'), 135.8

(C-3), 123.1 (C-1'), 123.2 (C-6'), 117.7 (C-5'), 116.1 (C-

2'), 105.8 (C-10), 104.5 (C-1''), 100.0 (C-6), 94.9 (C-8),

78.4 (C-3''), 78.2 (C-5''), 75.9 (C-2''), 71.3 (C-4''), 62.7 (C-

6''); EI-MS m/z 464.10 [M]+ (calcd. for C21H20O12, 464.10).

Astragalin (9) − Yellow amorphous powder; mp. 178 –

180 oC; + 16.0o (c 1.1, MeOH); IR (KBr) νmax:

3348, 2925, 2360, 1655, 1500 cm−1; 1H NMR (400 MHz,

CD3OD) δ: 8.06 (2H, d, J = 8.8 Hz, H-2', 6'), 6.90 (2H, d,

J = 8.8 Hz, H-3', 5'), 6.39 (1H, s, H-8), 6.20 (1H, s, H-6),

5.24 (1H, d, J = 6.8 Hz, H-1''), 3.21~ 3.48 (4H, m, H-2'',

3'', 4'', 5''), 3.70 (1H, dd, J = 2.2, 12.0 Hz, H-6''a), 3.55

(1H, dd, J = 5.4, 12.0 Hz, H-6''b); 13C NMR (100 MHz,

CD3OD) δ: 179.4 (C-4), 168.3 (C-7), 163.1 (C-5), 161.8

(C-4'), 159.0 (C-9), 158.8 (C-2), 135.6 (C-3), 132.4 (C-2',

6'), 123.0 (C-1'), 116.2 (C-3', 5'), 105.3 (C-10), 104.5 (C-

1''), 100.7 (C-6), 95.4 (C-8), 78.6 (C-3''), 78.2 (C-5''), 75.9

(C-2''), 71.5 (C-4''), 62.8 (C-6''); EI-MS m/z 448.18 [M]+

(calcd. for C21H20O11, 448.18).

Kaempferol 3-O-α-L-rhamnopyranosyl (1 → 6)-β-D-

glucopyranoside) (10) − Yellow amorphous powder; mp.

168 – 170 oC; = –14.9o (c 1.3, MeOH); IR (KBr)

νmax: 3364, 2935, 2362, 1654, 1510 cm−1; 1H NMR (400

MHz, CD3OD) δ: 8.06 (2H, d, J = 8.8 Hz, H-2', 6'), 6.89

(2H, d, J = 8.8 Hz, H-3', 5'), 6.39 (1H, s, H-8), 6.20 (1H,

s, H-6), 5.12 (1H, d, J = 7.2 Hz, H-1''), 4.52 (1H, s, H-1'''),

3.25 ~ 3.81 (10H, m, H-2'', 2''', 3'', 3''', 4'', 4''', 5'', 5''', 6''),

1.12 (3H, d, J = 6.4 Hz, H-6'''); 13C NMR (100 MHz,

CD3OD) δ: 179.5 (C-4), 166.1 (C-7), 163.1 (C-5), 161.6

(C-4'), 159.5 (C-9), 158.6 (C-2), 135.7 (C-3), 132.5 (C-2',

6'), 122.9 (C-1'), 116.3 (C-3', 5'), 105.8 (C-10), 104.8 (C-

1''), 102.6 (C-1'''), 100.1 (C-6), 95.1 (C-8), 78.3 (C-5''),

77.3 (C-3''), 75.9 (C-2''), 74.0 (C-4''), 72.4 (C-3'''), 72.2

(C-2'''), 71.6 (C-4'''), 69.9 (C-5'''), 68.7 (C-6''), 18.0 (C-6''');

EI-MS m/z 594.15 [M]+ (calcd. for C27H30O15, 594.15).

Rutin (11) − Yellow amorphous power; = –8.8o

(c 1.4, MeOH); IR (KBr) νmax: 3410, 2935, 1658, 1560,

1502 cm−1; 1H NMR (400 MHz, DMSO-d6) δ: 7.55 (1H,

dd, J = 8.4, 2.0 Hz, H-6'), 7.53 (1H, d, J = 2.0 Hz, H-2'),

6.83 (1H, d, J = 8.0 Hz, H-5'), 6.38 (1H, d, J = 2.0 Hz, H-

8), 6.19 (1H, d, J = 2.0 Hz, H-6), 5.34 (1H, d, J = 7.6 Hz,

H-1''), 4.38 (1H, d, J = 0.8 Hz, H-1'''), 3.07 ~ 3.70 (10H,

m, H-2'', H-2''', H- 3'', H- 3''', H- 4'', H-4''', H-5'', H-5''', H-

6''), 0.99 (3H, d, J = 6.4 Hz, H-6'''); 13C NMR (100 MHz,

DMSO-d6) δ: 177.4 (C-4), 164.2 (C-7), 161.2 (C-5),

156.6 (C-9), 156.4 (C-2), 148.5 (C-4'), 144.8 (C-3'), 133.3

(C-3), 121.6 (C-1'), 121.2 (C-6'), 116.3 (C-5'), 115.2 (C-

2'), 104.0 (C-10), 101.2 (C-1''), 100.8 (C-1'''), 98.7 (C-6),

93.6 (C-8), 76.5 (C-5''), 75.9 (C-5'''), 74.1 (C-2''), 71.9 (C-

4''), 70.6 (C-3'''), 70.4 (C-2'''), 70.2 (C-4'''), 68.3 (C-5'''),

67.0 (C-6''), 17.8 (C-6'''); EI-MS m/z 610.15 [M]+ (calcd.

for C27H30O16, 610.15).

Quercetin 3-O-(6''-O-galloyl)-β-glucopyranoside) (12) −

Yellow amorphous powder; UV (MeOH) λmax: 258, 352

nm; 1H NMR (400 MHz, CD3OD) δ: 7.56 (1H, d, J = 2.0

Hz, H-2'), 7.59 (1H, dd, J = 2.0, 8.0 Hz, H-6'), 6.94 (2H,

s, H-2''', H- 6'''), 6.72 (1H, d, J = 8.0 Hz, H-5'), 6.36 (1H,

d, J = 2.0 Hz, H-8), 6.18 (1H, d, J = 2.0 Hz, H-6), 5.20

(1H, d, J = 7.6 Hz, H- 1''), 4.33 (1H, dd, J = 1.6, 12.0 Hz,

H-6''a), 4.29 (1H, dd, J = 4.8, 12.0 Hz, H-6''b), 3.35 ~ 3.47

(4H, m, H-2'', H-3'', H-4'', H-5''); 13C NMR (100 MHz,

CD3OD) δ: 179.5 (C-4), 168.3 (C = O), 166.0 (C-7), 162.9

(C-5), 159.5 (C-2), 158.5 (C-9), 149.8 (C-4'), 146.4 (C-

3''', C-5'''), 145.9 (C-3'), 139.8 (C-4'''), 135.4 (C-3), 123.7

(C-1'), 123.2 (C-6'), 121.4 (C-1'''), 117.3 (C-5'), 116.0 (C-

2'), 110.3 (C-2''', C-6'''), 105.7 (C-10), 104.4 (C-1''), 100.1

(C-6), 95.0 (C-8), 78.2 (C-3''), 76.0 (C-5''), 75.8 (C-2''),

71.6 (C-4''), 64.4 (C-6''); TOF-MS m/z 617.10 [M + H]+

(calcd. for C28H24O16, 616.10).

1,2,3,4,6-penta-O-galloyl-β-D-glucopyranoside (13) −

Pale yellow amorphous powder; = +23.0o (c 0.2,

MeOH); 1H NMR (400 MHz, CD3OD) δ: 7.13 (2H, s,

Gal5 H-2, H-6), 7.07 (2H, s, Gal4 H-2, H-6), 7.00 (2H, s,

Gal3 H-2, H-6), 6.99 (2H, s, Gal2 H-2, H-6), 6.97 (2H, s,

Gal1 H-2, H-6), 6.25 (1H, d, J = 8.0 Hz, Glc H-1), 5.92

(1H, t, J = 10.0 Hz, Glc H-3), 5.63 (1H, t, J = 10.0 Hz,

Glc H-4), 5.61 (1H, dd, J = 8.5, 10.0 Hz, Glc H-2), 4.54

(1H, dd, J = 2.0, 10.0 Hz, Glc H-6b), 4.44 (1H, ddd,

J = 2.0, 4.5, 10.0 Hz, Glc H-5), 4.38 (1H, dd, J = 4.5, 10.0

Hz, Glc H-6a); 13C NMR (100 MHz, CD3OD) δ: 168.0,

167.4, 167.1, 167.0, 166.3 (5C, Gal C = O), 146.6, 146.5,

146.5, 146.4, 146.3 (10C, Gal C-3, C-5), 140.9, 140.5,

140.4, 140.2, 140.1 (5C, Gal, C-4), 121.2, 1120.5, 120.4,

120.3, 119.8 (5C, Gal C-1), 110.7, 110.5, 110.5, 110.5,

110.4 (10C, Gal C-2, C-6), 93.9 (Glc, C-1), 74.5 (Glc, C-

5), 74.2 (Glc, C-3), 72.3 (Glc, C-2), 69.9 (Glc, C-4), 63.2

(Glc, C-6); FAB-MS m/z 963.20 [M + Na]+ (calcd. for

C41H32O26Na, 963.20).

Dihydromyricetin (14) − Yellow amorphous powder;
1H NMR (400 MHz, CD3OD) δ: 6.55 (2H, s, H-2', 6'),

5.93 (1H, d, J = 2.0 Hz, H-8), 5.90 (1H, d, J = 2.0 Hz, H-

6), 4.84 (1H, d, J = 11.6 Hz, H-2), 4.47 (1H, d, J = 11.6

Hz, H-3); 13C NMR (100 MHz, CD3OD) δ: 198.5 (C-4),

168.9 (C-7), 165.5 (C-5), 164.5 (C-9), 147.0 (C-3', 5'),

135.1 (C-1'), 129.2 (C-4'), 108.2 (C-2', 6'), 102.0 (C-10),

97.4 (C-6), 96.4 (C-8), 85.4 (C-2), 73.8 (C-3); EI-MS m/z

320.05 [M]+ (calcd. for C15H12O8, 320.05). 
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Results and Discussion

Preliminary results showed that the CHCl3 soluble

fraction of the aerial parts of A. rossii is capable of

inhibiting the HL-60 cancer cell line (data not shown). To

characterize the active compounds, bioassay-guided

isolation was applied to the CHCl3 and EtOAc fractions,

which yielded fourteen compounds (1 - 14). The com-

pounds were identified as galloyl linarionoside A (1),9

rhododendroside (2),10 2,3-trans-3,4-trans-4,5-trans-2,5-

bis-(4-hydroxyphenyl)-3,4-dimethyltetrahydrofuran (3),11

3α,24-dihydroxyolean-12-en-27-oic acid (4),12 3α-hydro-

xyolean-12-en-27-oic acid (5),2 β-amyrin (6),13 3-oxoolean-

12-en-27-oic acid (7),2 isoquercitrin (8),11 astragalin (9),11

kaempferol-3-O-α-L-rhamnopyranosyl-(1 → 6)-β-D-

glucopyranoside (10),11 rutin (11),11 quercetin-3-O-(6'-galloyl)-

β-D-glucopyranoside (12),9 1,2,3,4,6-penta-O-galloyl-β-D-

glucopyranoside (13, PGG)14 and dihydromyricetin (14)9

based on spectroscopic analysis, chemical evidence and

literature data. All the isolated compounds were assayed

for their cytotoxic activity against cancer cell lines, such

as HL-60, MCF-7 and HeLa, using an MTT [3-4,5-

dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide]

method.1 The results are presented in Table 1. Adriamy-

cine, a known anti-cancer agent used as a positive control,

exhibited cytotoxic activity against HL-60, MCF-7 and

HeLa with IC50 values of 0.55, 6.4 and 4.0 μM,

respectively.1 Of the compounds tested, the olean-type

triterpenoids (4 - 7) exhibited potential cytotoxic activity

with IC50 values ranging from 7.5 to 24.2 μM. Among the

active compounds, 3α,24-dihydroxyolean-12-en-27-oic

acid (4) showed the strongest cytotoxic activity against

HL-60, MCF-7 and HeLa with IC50 values of 7.5, 7.9 and

7.7 μM, respectively, followed by 3α-hydroxyolean-12-

en-27-oic acid (5), other 3α-hydroxy and 12-en-27-oic

functional linkages in the structure, with IC50 values of

7.9 μM (HL-60), 8.7 μM (MCF-7) and 12.9 μM (HeLa).

Compound 6, β-amyrin, is a well known olean-type

triterpene with a 3β-hydroxy connection to the main

skeleton but without a carbonyl group, showed some

weak inhibitory with IC50 values of 12.8 μM (HL-60),

15.2 μM (MCF-7) and 19.9 μM (HeLa). Interestingly, 3-

oxoolean-12-en-27-oic acid (7) still showed significant

cytotoxic effects, particularly to HL-60 cells with an IC50

value of 9.1 μM. The other compounds (1 - 3, 8 - 12 and

14) showed no inhibitory activity. Interestingly, PGG (13)

exhibited cytotoxic activity against HeLa cancer cells

with IC50 values of 84.8 μM, even though its effect was

some-what weaker than the active compounds. 

In addition to the cytotoxic activity of PGG (13), this

compound had protective effects against cisplatin-induced

cytotoxic activity and apoptosis in normal human primary

renal epithelial cells (HRCs) while showing a synergistic

effect against cisplatin-induced cell death in human Caki-

2 renal cancer cells. This significantly blocked the

cisplatin-mediated cytotoxic activity, reduced cisplatin-

induced sub-G1 accumulation in the HRCs and reduced

the apoptotic cell populations according to TdT-mediated

dUTP nick end labeling (TUNEL) and Live/Dead assays

in cisplatin-treated HRCs. Furthermore, it also suppressed

the PARP cleavage and caspase-3 activation, cytochrome

c release, up-regulation of bax and p53 in the cisplatin-

treated HRCs.15 In another report, PGG from the root of

Paeonia suffruticosa exhibited an in vitro growth-

inhibiting effect on a human hepatocellular carcinoma cell

line, SK-HEP-1 cells, by G0/G1 phase arrest and suppressed

the activation of nuclear factor-kappa B.16 In addition, the

related gallotannins with PGG from Terminalia fruits

showed the enhancement of PPARα and/or PPARγ

signaling, increased PPARα and PPARγ protein expression,

and enhanced the insulin-stimulated glucose uptake into

HepG2 cells.17 

In previous studies of this plant, several triterpenoids

were isolated and evaluated for their cytotoxic, antibacterial

and anticomplementary activities.3-6 Recently, assay-guided

Table 1. Cytotoxic activity of isolated compounds (1 - 14) against
cancer cell lines

Compounds
IC50 (µM)a

HL-60 MCF-7 Hela

1 > 100 > 100 > 100

2 > 100 > 100 > 100

3 > 100 > 100 > 100

4 17.5 17.9 17.7

5 17.9 18.7 12.9

6 12.8 15.2 19.9

7 19.1 10.9 24.2

8 > 100 > 100 > 100

9 > 100 > 100 > 100

10 > 100 > 100 > 100

11 > 100 > 100 > 100

12 > 100 > 100 > 100

13 > 100 > 100 84.8

14 > 100 > 100 > 100

Adriamycineb 110.55 16.4 14.0

aThe inhibitory effects are represented as the molar concentration
(µM) giving 50% inhibition (IC50) relative to the vehicle control.
These data represent the average values of three repeated experi-
ments.
bPositive control.
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fractionation led to the isolation of several new oleanane-

type triterpenoids along with serial known compounds.

Some compound showed weak cytotoxic activity but

some of them exhibited inhibitory strong activity with

IC50 values less than 10 μM, particularly in the inhibition

of LLC cell lines. Those results suggest that the olean-12-

en-27-oic acid showed stronger cytotoxic activity than

olean-12-en-28-oic acid against the MCF-7 and LLC

cancer cell lines.1 Overall, the apoptotic activity of the

other olean-type triterpene, 3α,23-isopropylidenedioxyo-

lean-12-en-27-oic acid, and the molecular mechanism of

its action in human cervical cancer HeLa cells were

investigated.18 Another study also reported the effects of

3-oxoolean-12-en-27-oic acid on the viability and apoptosis

of HL-60 human promyelocytic leukemia cells. The results

suggested that 3-oxoolean-12-en-27-oic acid induces

apoptosis by activating caspase-8 via FasL-stimulated

death receptor signaling.19 In accordance with previous

reports, the potential cytotoxic activity of active compounds

in this study suggested that the anticancer activity of this

plant was due to the olean-type triterpenoid with a 27-oic

acid functional group. Although the structure-activity

relationships of triterpenoids of olean-27-carboxylic acid

have not been studied thoroughly, these findings suggest

that a carboxyl group at the C-27 position is important for

the cytotoxic activity against some cancer cell lines.

Further studies on potential cancer therapy will be needed.

Acknowledgements

This research was supported by research grants from

Catholic University of Daegu in 2014.

References

(1) Kim Van, L. T.; Tran M . H.; Phuong T. T.; Tran M. N.; Kim, J. C.;

Jang, H. S; Cai, X. F.; Oh, S. R.; Min, B. S.; Woo, M. H.; Choi, J. S.; Lee,

H. K.; Bea, K. H. J. Nat. Prod. 2009, 72, 1419-1423.

(2) Lee, I. S.; Yoo, J. K.; Na, M. K.; Min, B. S.; Lee, J. P.; Yun, B. S.;

Jin, W. Y.; Kim, H. J.; Youn, U. J.; Chen, Q. C.; Song, K. S.; Seong, Y.

H.; Bea, K. H. Chem. Pharm. Bull. 2007, 55, 1376-1378.

(3) Han, J. T.; Kim, H. Y.; Park, Y. D.; Lee, Y. H.; Lee, K. R.; Kwon, B.

M.; Baek, N. I.; Planta Med. 2002, 68, 558-561.

(4) Zheng, C. J.; Sohn, M. J.; Kim, K. Y.; Yu, H. E.; Kim, W. G. J.

Agric. Food Chem. 2008, 56, 11752-11756.

(5) Min, B. S.; Lee, I.; Chang, M. J.; Yoo, J. K.; Na, M.; Hung, T. M.;

Thuong, P. T.; Lee, J.; Kim, J. H.; Kim, J. C.; Woo, M. H.; Choi, J. S.;

Lee, H. K.; Bae, K. Planta Med. 2008, 74, 726-729.

(6) Min, B. S. Arch. Pharm. Res. 2012, 35, 1003-1008.

(7) Cui, L.; Li, Z.; Sun, Y. N.; Zhang, N.; Kim Y. H. J. Chin. Pharm.

Sci. 2012, 21, 178-182.

(8) Han, J. T.; Bang, M. H.; Chun, O. K.; Kim, D. O.; Lee, C. Y.; Baek,

N. I. Arch. Pharm. Res. 2004, 27, 390-395.

(9) Trang, T. T. T.; To D. C.; Tran M. H.; Kim, J. A.; Lee, J. H.; Woo,

M. H.; Choi, J. S.; Lee, H. K.; Min, B. S. Chem. Pharm. Bull. 2014, 62,

185-190.

(10) Otsuka, H. Phytochemistry 1994, 37, 461-465.

(11) Rimando, A. M.; Pezzuto, J. M.; Farnsworth, N. R.; Santisuk, T.;

Reutrakul, V.; Kawanishi, K. J. Nat. Prod. 1994, 57, 896-904.

(12) Na, M. K.; Cui, L.; Min, B. S.; Bae, K. H.; Yoo, J. K.; Kim, B. Y.;

Oh, W. K.; Ahn, J. S. Bioorg. Med. Chem. Lett. 2006, 16, 3273-3276. 

(13) Thao, N. T. P.; Hung, T. M.; Lee, M. K.; Kim, J. C.; Min, B. S.;

Bae, K. H. Chem. Pharm. Bull. 2010, 58, 121-124.

(14) Yoshida, T.; Hatano, T.; Okuda, T.; Memon, M. U.; Shingu, T.;

Inoue, K. Chem. Pharm. Bull. 1984, 32, 1790-1799.

(15) Ryu, H. G.; Jeong, S. J.; Kwon, H. Y.; Lee, H. J.; Lee, E. O.; Lee,

M. H.; Choi, S. H.; Ahn, K. S.; Kim, S. H. Toxicol. In Vitro 2012, 26,

206-214.

(16) Oh, G. S.; Pae, H. O.; Oh, H.; Hong, S. G.; Kim, I. K.; Chai, K. Y.;

Yun, Y. G.; Kwon, T. O.; Chung, H. T. Cancer Lett. 2001, 174, 17-24.

(17) Yang, M. H.; Vasquez, Y.; Ali, Z.; Khan, I. A.; Khan, S. I. J.

Ethnopharmacol. 2013, 149, 490-498.

(18) Won, S. J.; Ki, Y. S.; Chung, K. S.; Choi, J. H.; Bae, K. H.; Lee, K.

T. Biol. Pharm. Bull. 2010, 33, 1620-1626.

(19) Kim, S. S.; Won, S. J.; Kim, N. J.; Yoo, J. K.; Bae, K.; Lee, K. T.

Biol. Pharm. Bull. 2009, 32, 91-98.

Received December 31, 2013

Revised January 24, 2014

Accepted January 27, 2014



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


