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JAPANESE BUTTERBUR EXTRACT
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6. RBL-2H3
n=4 =+
3. RBL-2H3
IC50
IC50 pag/mi IC50 pag/ml
(+)-Fukinone 4.2 2B3-Hydroxyfukinone 4.2
Chlorogenic acid 9.5 Fukinolic acid 2.1
Caffeic acid 8.6 3,5-Dicaffeoyl quinic acid 2.9
4,5-Dicaffeoyl quinic acid 3.3 4,5-Dicaffeoyl quinic acid 4.0
methy| ester
Dotorioside 11 4.0 Mussaendoside R >100
IC50 pag/ml
Potassium 23-hydroxyfukinone-2-O-B-p-glucopyranoside-6'-sulfate 8.6
RBL-2H3 10% 100 unit/ml
100 pag/mi Minimum Essential Medium Eagle
MEM Sigma 37  5%CO:2
RBL-2H3 24 2.0<10° 400 pal/well
1 DNP -IgE
Sigma ( 0.45 g protein/ml) 24
500 pal  siraganian buffer pH7.2
119 mm NaCl, 5 mm KCl, 0.4 mm MgClz, 25 mm PIPES 2 160 pl
5.6 mM glucose, 1 mM CacCl2 0.1% BSA
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siraganian buffer 37 10 20l
10 DNP-BSA 10 pag/ml
30 10 50 pl
96 0.1M buffer pH
4.5 1 mM p-nitrophenyl-N-acetyl- 3-glucosaminide (PNAG) 50 pl
37 1 200 pl 0.1M
NaHCOs/Na2COs, pH: 10.0
410nm
(2 in vitro
7
25 r
20 r I
iy
I iy
15
iy
© 10 f
—
%
200
O 1 1 1 1 1 1 1
! 10 100 10 100 10 100
-5 L
lg/mi
7. RBL-2H3
n=6 =+
30

ELIZA Leukotriene C4/D4/E4 enzyme immunoassay system



(Oryze) s

3 TNF-ax in vitro
TNF-ox
TNF-ax 8 1 10 pg/mL
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8. RBL-2H3
TNF-a n=4 =+
4 TNF-

(o { ELIZA Tumor Necrosis Factor Alpha [(y)TNFa] Rat Biotrak ELIZA
system

4 PCA Iin vivo

in vivo I
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500 mg/kg

0 02 04 06 08 1 12 14
cm?
9. PCA n=6 +
Wistar, 7 PBS(-) 12500
DNP-IgE (100 pul/site) 2 20
5% 2 DNP-BSA (1.5
mg/ml) 1% PBS (-) (0.5 ml)
30
5 in vivo
D4
500 mg/kg
500 mg/kg
: 14
cm?
10. D4

n=4

I+
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20 5%
2 1% PBS (-) (0.5 mL)
30
D: 1 pg/mL PBS (-) 2
100 paL/site) 30
6 in vitro
50 mM KCI 10 puM
100 T—— — mmE 150
o ST
75 HE
| 100
50
% %
25 s 50 T
0 —én_—&h
0
10 100 1000
Hg/ml
1 M 10 nM
150 150
100 100 %
% % *® é
50 50 | / s
7
0 0
100 1000 100 1000
pg/ml pg/ml

11.
n=3-6

I+

*p<0.05 **:p<0.01 +:
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KCI
D4
KCI
11
1000 pag/ml
Da
KCI 4
D4 5 6
4, KCI
n (%)
1 (ag/ml) 3 10
4 3.1423 5.042.0 6.3+1.9
4 1.6%0.3 10.940.7** 49.242 2**
=+ **: p<0.01
5. His
n (%)
(jag/ml) His 1 (uM) 3 10
e S 5 . 220%47  458%45 97.0%£85
10 3 15.744.3 34.6+10.5 929475
30 3 25.0%2.2 544464 102.1+6.4
100 3 11.5#5.3 24.7x11.1 54.1419.2*
=+ *: p<0.05
6 D4 LT
n (%)
(pg/ml) LT 10 (nM)
________________________________ oS xe4as201
10 3 92.7+9.5
100 3 51.6415.3
o
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KCI
Wistar 250 3009 Krebs-Henseleit
NaCl: 118 mM, KCI: 2.7 mM, KH,PQO,: 1.2 mM, MgSO,: 1.2 mM, CaCl,: 2.5
mM, NaHCO3: 25 mM, Glucose: 10 mM 15 mm
: 6
mL 5%0,, 95%N, 19
MacLab
8e AD Instruments, Chart v3.6.8 3 MKCI
100 L 50 mM
10 3 3MKCI 100 pL
DMSO 3 pL
30
EDTA 37.2 mg/L Krebs-Henseleit
1 mM DMSO
6 ML 10 1mM 6 ML
25 10 3
1 mM DMSO 6 ML 10
DMSO 6 ML 10
1nM 10 pM
Hartley 250 300 g 1 pM
Krebs-Henseleit 3 4mm
19
10 mM
6 L 10 pM
10 3 10 mM
6 ML 10 3 DMSO
6 ML 10 0.3 10mM
D4
10 M Ds 6 ML
10 nM 10
3 10 M Ds 6 pL
10 3 DMSO 6 ML
10 10 M Dy 6 pL
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-WSP
40 5

0.5

pH3.5

0.5

40

16

16

16

pH3.5 16

16

16

0.8 g/100g

6.2 g/100g

3.6 g/100g

20.9 g/100g

68.5 g/100g

331 kcal/100g

0.3 g/100

1200 mg/100g

2 15
100-( +
3 15
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9. -P
1
33

1 1 ppm -
2 0.1 ppm -
3 0.1 ppm -
4 0.1 ppm -
5 0.05 ppm -
6 0.1 ppm -
7 0.1 ppm -
8 0.1 ppm -
9 1 ppm -
10 0.1 ppm -
11 0.1 ppm -
12 0.1 ppm -
13 0.1 ppm -
14 0.05 ppm -
15 0.1 ppm -
16 0.1 ppm -
17 0.1 ppm -
18 0.1 ppm -
19 0.1 ppm -
20 1 ppm -
21 0.1 ppm -
22 0.1 ppm -
23 0.5 ppm -
24 0.1 ppm -
25 0.1 ppm -
26 0.1 ppm -
27 0.1 ppm -
28 0.1 ppm -
29 0.05 ppm -
30 0.1 ppm -
31 0.1 ppm -
32 0.05 ppm -
33 0.1 ppm -

16 4
20040405-1

12
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2 LDso
2000 mg/kg ICR 5
14
LDso 2000 mg/kg
10.
-P 250 mg
11.
1)
2)
-WSP
12.
-P , -WSP
5kg
-PC -WSPC
5kg
-LC
5kg
13.
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INCI

INCI

INCI

INCI

-WSP

Petasites Japonicus Powder

-PC

/

Dextrin  Petasites Japonicus Leaf/Stem Extract

-WSPC

/

Dextrin  Petasites Japonicus Leaf/Stem Extract

-LC
BG
Butylene Glycol

/
Water

Petasites Japonicus Leaf/Stem Extract

22
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-P
Petasites japonicus
1)
250 mg HPLC 10
HPLC 10 ml 0.45 pam PTFE
HPLC
0.1 mg/ml
5 pl
HPLC
capcellpak C18 ( ) 46 mm ¢ > 250 mm
Solvent A = 21g - 1L
Solvent B =
[min] 0 19 25 35 50 60 61 70
100%A | 100%A | 80%A | 80%A | 60%A | 60%A | 100%B | 100%B
20%B | 20%B | 40%B | 40%B
1 ml/min UV 324 nm 30
)
20g 10 ml 1
10 ml 3
3000 rpm 10
3 20 %
3 mil Sep-Pak C18 70 %
7 ml 5 ml 10 ml
0.45 pam PTFE
0.1 mg/ml
10 pl
(HPLC )
Shim-pack CLC-ODS 6.0 mm ¢ > 150 mm
8 2
1 ml/min UV 254 nm 30

23
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1.0%

300 /100 ¢

(

10.0 %

10 ppm

1 ppm

3x=<10°

1><10°

-P

/9

lg

80%
20%

24

100%

Folin-Denis

60 ju1/100 g

1g 105

BGLG

2
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-WSP
Petasites japonicus
250 mg HPLC 10
HPLC 10 ml 0.45 pm PTFE
HPLC
0.1 mg/ml
5 pl
HPLC
capcellpak C18 ( ) 4.6 mm ¢ > 250 mm
Solvent A = 21g - 1L
Solvent B =
[min] 0 19 25 35 50 60 61 70

100%A | 100%A | 80%A | 80%A | 60%A | 60%A | 100%B | 100%B
20%B | 20%B | 40%B | 40%B

1 ml/min UV 324 nm 30
1.0% Folin-Denis
10.0 % 1g 105 2
1 10 ppm
2 1 ppm

25
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3x=<10°

1><10°

/9

lg

80%
20%

100%
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Petasites japonicus
1)
15¢g 70% 15 ml
70 2 70%
15 ml 70
HPLC 10 HPLC
25 ml 0.45 pam PTFE
HPLC 0.1 mg/ml
5 pl
HPLC
capcellpak C18 ( ) 4.6 mm ¢ > 250 mm
Solvent A = 21g - 1L
Solvent B =
[min] 0 19 25 35 50 60 61 70
100%A | 100%A | 80%A | 80%A | 60%A | 60%A | 100%B | 100%B
20%B | 20%B | 40%B | 40%B
1 ml/min UV 324 nm 30
2)
5090 70% 50 ml
70 2 70%
30 ml 70
10 mi 1 10 mi
3 3000 rpm
10 3
20 % 3 mi Sep-Pak
C18 70 % 7ml
5ml 10 ml 0.45 pam PTFE
0.1 mg/ml
10 pal
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(HPLC )

Shim-pack CLC-ODS

1 ml/min

10.0 %

1 10 ppm

2 1 ppm

3x=<10°

1><10°

8 2
UV 254 nm

/9

lg

6.0mm ¢ > 150 mm

30

1g 105

BGLG

100%

28
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-PC
Petasites japonicus
1)
250 mg HPLC 10
HPLC 10 ml 0.45 pam PTFE
HPLC
0.1 mg/ml
5 pl
HPLC
capcellpak C18 ( ) 46 mm ¢ > 250 mm
Solvent A = 21g - 1L
Solvent B =
[min] 0 19 25 35 50 60 61 70
100%A | 100%A | 80%A | 80%A | 60%A | 60%A | 100%B | 100%B
20%B | 20%B | 40%B | 40%B
1 ml/min UV 324 nm 30
)
20g 10 ml 1
10 ml 3
3000 rpm 10
3 20 %
3 mil Sep-Pak C18 70 %
7 ml 5 ml 10 ml
0.45 pam PTFE
0.1 mg/ml
10 pl
(HPLC )
Shim-pack CLC-ODS 6.0 mm ¢ > 150 mm
8 2
1 ml/min UV 254 nm 30

29
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1.0% Folin-Denis
[ 1 300 pl/100g
( -PC 60 /100 g )
10.0 % 1g 105 2
1 10 ppm 2
2 1 ppm 3
1=<10° /g
- 1<10° /g
BGLG
80%
/ 20%
100%

30
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-WSPC
Petasites japonicus
250 mg HPLC 10
HPLC 10 ml 0.45 pm PTFE
HPLC
0.1 mg/ml
5 pl
HPLC
capcellpak C18 ( ) 4.6 mm ¢ > 250 mm
Solvent A = 21g - 1L
Solvent B =
[min] 0 19 25 35 50 60 61 70

100%A | 100%A | 80%A | 80%A | 60%A | 60%A | 100%B | 100%B
20%B | 20%B | 40%B | 40%B

1 ml/min UV 324 nm 30
1.0% Folin-Denis
10.0 % 1g 105 2
1 10 ppm 2
2 1 ppm 3

31
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1=<10> /g
1=<10* /g
BGLG
80%
/ 20%
100%
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-LC
Petasites japonicus 1,3- BG
30 pl 3.5mi 0.2
ml 0.4 ml
1 10 ppm ( 2 )
2 1 ppm ( 3 )
1=<10* /g
1=<10° /g
BGLG
BG 69%
30%
1%
100%

33
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