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AgH Ay Nz 5 P
g7 TF B4 Headspace GC SO A E) g8 (= il,ijji ;%ﬁzf -
FAE 5% H71 ABTS assay #E}%ﬁﬁﬂwj}j} ;%"% A8 Lo Hesled 8% 9le

4 5% 971 NO assay | T AT AGID F2R 1o o wasta 85 e

10~404 3]4 ¢}

O COz2 incubator(HERACELL 150i) A4 myd =]
- AN 8 1 &Y B5%E7L vld 5% (BFEAE o8 4%)
- 2 Y& 5= AE o] ERe wiFr]el CO2 incubatord] tlAEd o]
id A e mE g
O Z2£AH2AX](Sartorius Arium 611VF) ZE] 1A
- AMg Bk EEE FFEA, I 55y dE &
- 8 Ug o I A AR E Al 85, FAsks b9
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— Gas Chromatograph 2 column (Agilent, DR—624UI)
24 (1.6%, 0.8%, 0.4%, 0.2%, 0.1% 0.05%)

- 23 AsEE £9
— 20m{ Headspace% vial

— Gastight Syringe

O GC &4 =4

— SPL1 (A& 7]|3Md)

Temperature 220C
Carrier Gas He
Pressure 60.3 kPa
Total Flow 13.8 mL/min
Column Flow 1.8 mL/min
Purge Flow 3.0 mL/min
Split Ratio 5.0
— Column
Column Length 30.0 m
Information Film Thickness 1.80 um
(DB-624U1) Inner Diameter | 0.32 mm ID

ANz B4 2277 (Total program time : 15 min)

Temperature 1 40 C
Hold Time 1 5 min
Rate 1 20 C/min
Temperature 2 200 T
Hold Time 2 2 min




- FID (&9 ol% HE7)

Temperature 230C
Makeup Gas He
Makeup Elow 30.0 mL/min
H2 Flow 40.0 mL/min
Air Flow 400.0 mL/min
O Ad &4

a. Headspaceg vialo]l A= 500mg H7} (@3- EEFEA AREA] 500 27D
b. Z3} NaCl 50044 F7F & 2%

c. 60°C Waterbathe] 308 o)A =&t

d. Syringe® vial®] headspace FE2 F5lo] GCr]7]|2 BA

L. 4ter 85871 (ABTS assay)

() A= HE
O 8N AE) FE2ES 0.45m filter2 A7 T ARE
O Al 84 . 9, 26, 48i2 3|4 5lo] AlE

(2) H71 44

O 4% A=
— ABTS(2,2'-azino-bis(3—ethylbenzothiazoline—6—sulphonic acid)) 7mM &4
— Potassium persulfate(K2520s) 140mM &1
— Standard solution (Ascorbic acid 80ug/ml, 40ug/ml, 20ug/ml, 10ug/md)
— 96 well plate
— ELISA reader

O 48 <A
a. ABTS" Stock solution& H|ZE3h] 24417 2] 5 ZRE(734m)  Fkel

0.68~0.7271 =E=5& 34

b. Al= ¥ Standard solutions 96 well plateo]] well F 20u® A7}
c. ABTS" Solution= Zt well & 180u04 47}
d. &4, Ad2A 1087 ¥ F SF%(734m) &3



O A& 34 : g4, 26, 492 4T NBE (A : AR = 90 : 102 A

st A9
XFHZFHORE ABE 108, 204, 408] 54

(2) 37 4
O 44 A=
- JAA|ZF Raw 264.7 cell (TIB-71)
— DMEM ®jz] (+10% FBS, 1% Antibiotics)
— 37C COz2 incubator
— PBS(Phosphate buffered saline) pH 7.4
— LPS(Lipopolysaccharide) stock solution (1mg/m{)

— Griess reagent system (HZAF Promega)
— Cell counting kit—8 (HAZA}: Dojindo)
= Cell culture flask(75cr), 24 well plate, 96 well plate

O 48 &4

B
b.

C:

DMEM Hi#] (+10% FBS, 1% Antibiotics)o] Raw 264.7 M| sjeF

HiFRE AZE 24 well plated] 2.5X10° cells/well2 E-F5}o] 24A)17F 8%
ikl AA & LPS(HEFSE lug/md)7F ZSHE 2] 4509 A2 50uS
A7¥std 24A17 Mg CKFFALE Al2E 108 §4)

HiFB-S H5te] 96 well plateof|4] Griess reagent system= ©]-&, nitrite $F

F 53

dgo] B 24 well plate= Al HiX]2 w&Ste] CCK-8 assayE ©1-8, Al

Z F4 AFE SHskL F4o] ot wEHE FHCell viability(% of
I
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Als]l Z4
AT T AF W g2Z& TF A dHE4 (Headspace GC)
Calibration Curve - Analytical Line 1 - Channel 1
ID#1 NameEthanol
1(x)=2.0595526211e-007*x+2.93597245836¢-002
R=0.999513964656 R"2=0.999028165541
MeanRF:2.48811543383¢-007 RFSD:4.91423897505¢-008 RFRSD:19.7508480042
CurveTypeLinear
ZeroThrough:Not through
WeightedR egression:None
External Standard
No. Conc. Area
1.7 ﬁ/ 1 0.050 145480
2 0.100 394792
4 3 0.200 827175
. ' 4 0.400 1799810
- 5 0.800 3569410
' 6 1.600 7702593
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Fig. 1. Standard curve (Ethanol 0.05% ~ 1.6%)
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Quantitative Results - Channel 1
[[(me T Name Rel.Time |  Area | Height | Conc. [ Units ]
1 | Ethanol 3.602] 6459 | 1260 | 0.006 %0
Fig. 2. The alcohol concentration of “FTHAHA(AE)”. (The

experiment)

first



Chromatogram CAGCsolution\Data\CBR\DATAMIC ARE23HE 2\E o] 2 ¢

, 19]2.g¢d - Channel 1
Infensity
5 F —‘
g =
10000 |
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1 2 3 4 '.’“ 8 i '9" 10 11 12 13l ?4"7"""‘
min
Quantitative Results - Chamme] 1
[ # __ Name RetTime |  Area | Height | Cone | Units
I 1 |Ethanol 35711 5290 | 9541 0.006 | % ‘{
Fig. 3. The alcohol concentration of “FUHAZHA(A|E)". (The second
experiment)
_ Chromatogram C\GCsolution\Data\CBFDATAMIC ARF2 7 & v 8] 2| 210]3.ged - Channel 1
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Quantitative Results - Channei 1 "
[ o#F 7 Name RetTime |  Area | Height | Cone. [ Units

1 | Ethanol 33552 ] 5875 1276 | 0.006 [ % {

Fig. 4. The alcohol concentration of “FTHAZAI(AZ)”. (The third
experiment)

O ¢32& FF=40.05% ~ 1.6%)°l tgt Standard curve:= R® = 0.9990]4 0 &
Ko ke A7 Curveslo] B1E (Fig. 1),

O O ZlIANADS <32 &F FH ZH, 0.006%012D), 0.006%21),
0.006%(32H =z Al Hol dd EF n|gF AEEo] TEUF HHE 38429
0.5% Tlgte] Solot Aoz Fol=k(Fig, 2, 3, 4)

O metd 2 AET #Rst] T Q1T APA] A7

2 A% A= 2
Ax #& A2 M54
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Fig. 5. ABTS radical scavenging activities of “STHAZA|(AE) 58", Each

bar represents the mean + SD of independent duplicate experiments (n=3).

ABTS radical scavenging activity(%)

Ascorbic acid used for positive control. (A.A ; Ascorbic acid)

O #HAgAHE) FE=Y 48t 85 B7HABTS assay) A, AzAZHHE
CEAL” Fa)o ot ARG AR fde AL diEFel s B
Ascorbic acid 40ug/ml3} FARSE &4tsF &2 YeEFH Fig. 5).

O A& w27t 371etel wet 2idd &7Fo] 3 J71ste 22 Hol,
(G ~4H] A M)A G4kt Bgo] Y= Ao wHH(Fig. 5).
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Fig. 6. Cell viability of Raw 264.7 cells after treatment with “=THAZ A (A
F) FEE” (Control ; untreated group). The cells were cultured in the
presence of various concentration of sample for 24hr. Each bar represents the
mean + SD of experiment (=3). (*p<0.05 **p<0.01, ***p<0.001

compared to the Control value).



O FUEHA(AE) FE5E9 Raw 264.7 A= tist NZEA A A3}, 104,
208, 408} S} f A BTN FA4S HolA] 2 (Fig. 6).
O matA BE AdddA FE a5 B3 (Fig. 6).
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Fig. 7. Effects of “FTHAYA|(AF) FEFE" on the Nitric Oxide (NO)
production in LPS—stimulated of Raw 264.7 cells (Control ; non-LPS treated
group). Cells were treated with various concentration of sample and
stimulated with LPS(lug/ml) for 24 hr. Each bar represents the mean =+ SD
of experiment (n=3). (*p<0.05, **p0.01, ***p<0.001 compared to the

LPS—alone treatment value).

O «=tdlgAAHF) 289 9 E5H7INO assay) 2, 9 AREZ
Nitrite®] Ad%Fo] LPS S-EA LA 485, M, 408] 4R 42, 7#M,

A
208 S|l 41.3 4 M, 10¥] BAAA 39.6 uME Ueht ZAZS njn|
SHATE T oEZF o8 FASH: ATE BHAFg 7).
O AR =7l Z71g¢] wat Nitrite o] ZAaste ASR Hol 9
(108] ~ 40H] 3]Ad)olA “FOBYAAF) FEFE" FY 59| U= Ao

=2 waHFig. 7).
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