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The anti-allergic effect of SESHINGO(S5G)

Min-Ae Kim ' Mi-Bo Kim * Woo-Shin Ko - Hwa-Jung Yoon

Objective : The purpose of this study was find out the anti-allergic effects of SESHINGO on the

allergic rhinitis.
Methods :

Cell viability was evaluated by the MTT assay. Cells were treated with the indicated

concentration of SSG. TNF-« concentration was measured from cell supernatants using ELISA method.

IL-4 concentration was measured from cell supernatants using ELISA method IFN-y concentration was
measured from cell supernatants using ELISA method. Total RNA was isolated, TNF-a and IL-4 mRNA
expression was detected by RT-PCR analysis Total RNA was isolated, COX-1, COX-2 mRNA was analyzed

by RT-PCR analysis.

Results : 1. [-hexosaminidase release in RBL-2H3 cells were decresed by SESHINGO attentively .
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. Secreting ration of TNF-a was restrained in RBL-2H3 cells by SESHINGO attentively.
. Secreting ration of IL-4 was restrained in RBL-2H3 cells by SESHINGO attentively

. Revelation of TNF-a mRNA was decresed in RBL-2H3 cells as concetration,

. Revelation of IL-4 mRNA was decresed in RBL-2H3 cells as concetration,

. Revelation of COX-2 mRNA was decresed in RBL-2H3 cells,

Conclusion : According to above results, to evaluate the effect of SSG on the anti-allergic effects.
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2. M=

RBL-2H3N ¥ A ZFL28(Korea  Cell
Line Bank, KCLB)ojA| #ofdtgton] AEe] uj
%S 98l 10 % heat-inactivated fetal bovine
serum¥}  100U/n!
streptomycingy  ¥33F DMEMoA 37C, 5%
€09 27 sl Wi,

penicillin & 100ug/nl

3. Al
£ Age AMgE  phorbol
(PMA), calcium ionophore A23187, 3-(4,5-dimet

12-myristate

hy lthiazol-2-yl)-2,5-diphenyltrtrazolium bromide
(MTT)9} p-nitro-phenyl-N-3-D- glucosaminide
+ Sigma Chemical Co,(St, Louis, MO)Z%E,
Dulbecco's Modified Eagale’ Medium (DMEM)3}
fetal bovine serum (FBS):= HyCloneAHLogan,
UT)E5E, TNF-¢ ELISA kit, IL-4 ELISA kit
9} INF-7 ELISA kit BD BiosciencesA}
(Frankline Lakes, NJ)ollA F45te] ALg-5}9ict,

4. Fotel ¥ 2 5o

b

SSGoll Eoi7l= Aol AlAl, Hx, A%, AT,
Q%% Ha A730g 2F 20g AA dog &
gl & 900n S 9 1A whEel Agslo]

l‘zi



450mgH o 2 w9},

SSG FE9d 450m-s T4 71x3t 14.01g9
AU E do] 4TolA BAst, Ayt AA
o Azl 2944 PBS(phosphate buffered
saline)o] o] AUA FE| 0.22xM9 of3}sto]
AHg-3h it

5. MTT assay

RBL-2H3 AZZ 3x10°cells/well®] F=7} H
55 24 well platedl] &F3to] 24A17F FF o+
A7 F, SSGE FEH0.0.5 2 1.0ug/m)E A
Zg 5 3ARE Bk g AFT WYgAE AAG
% 50mg/ml MTT solutionS 30043 Z+ wello]
AE3t T, 4A17HE 37°C incubatorolA HES-A|
712, MTTsolutionS A|A3Ct 1 3, DMSOS
30048 B350 welld] ABAE formazino] Z
=g & A FE8] EEo EF 35U F 9%
well plated] 10042 271 microplate reader®
540molA SHEE A8

6. 8 —hexosaminidase assay

f -hexosaminidase release= Schwartz et al'”’
o Wl ofsto] ZA4ett. RBL-2H3 AZ2E
3x10°cells/well?] ¥E2 24 well plateo] B33

2 37T, 5% CO, incubatoro|X] 24 A7t Bk
sttt ZF well?] MEES extracellular buffer
2 28 AAHS tg 7 well F extracellular
buffer$} SSG(0,0.5 Z 1.0ug/m)E AT T 1
AZE EF ¥REAIFT o]F 50 nM PMAS} 14
M A23187% AHEstel AZE 37C, 5% CO»
incubatord| A 1AI7HERE A AT ¥, iceolA] 10
#2t incubationA| 7 ¥H3-& FZAAIZ

7} well?] AN 2042 96 well plated] &7
I AL B AASYS. I F 0.1% triton
X-100 & AE7} 3ol = 24 well plateol

|

Aol 9] 39 : ARl =714 Hlgel M At

Z}zb 1R A7Veke] pelletS 52 T 96 well
plated]] 2042 29Tt 96 well plateo] substrate
buffer (4-p-Nitrophenyl-N-acetyl- #-D- glucosaminidase
ImM, sodium citrate 0,05M, pH 5) 1004 E 3
7¥ste] 37¢C, 5% CO, incubatordA] AZHAOFE
INZEEQE WREAIFTE dhgo]l Y F 0.1M
carbonate buffer(pH 10.5)8 H7lslo] W3S
A3 3 Microplate readerZ ]85}l 405 ol
A FREE EAsS
release (%)L ZAH 2T 879 FHE
W= o8t A&

B -hexosaminidase

ol

A5 0f sup.

B-hexosaminidase release (%) =
Aygs 0f sup. + Ay of pellet

Ags= 405 moA ZAHE dzF 2 AIdF 7

3]
7to] FBE Ffolil, sup.© supernatant (%3 )
=

7. Enzyme—linked immunosorbent assay
(TNF=a , IL-4, and IFN—y )

RBL-2H3 A|¥E 6 well plateo 5%10°cells/well
o FER EFT F 2447 B3 vk 3, A
DMEM HjAo] SSGE F=% (0,0.5 H 1.0ug/ml)
2 AZstglch. 147 FoF owjk ¥ 504M
PMAS} 1pM A23187¢ 7Kgt &3 H7hsiA|
@ TR o] At 10 ARE FeF wY
stalct. Hiol B Fo AHAS Eestd
5,000rpmellX] 327F YAlEeleta, EeE A
& 20t B#sd. #FE AEE Tortal
RNAE #elst7] 93 AHEESlt TNF-«, IL4
9} IEN-7 ELISA set(BD OptEIA")E A}g3lo]
manufacture's protocole]] W} AFL AASIY
t}, microplate reader® 450 450molA FTFT
% 245t 7} eytokinee] FE%E Selstsict

=
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8. Total RNA 22| ¥ RT-PCR

Total RNAT
RBL-2H3  A|¥el| Trizol
Carlsbad, CA)E H7}ste] &3JA17] T e-tubeol
Zo} -80co| HA3}YLE toral RNAREIE 93]
Chloroform 0,2ml-& A7}ste] & £33 &
oA 2387 WHEAIZ,
4C, 14,000rpmol|A] 2087 44 Eggt
Ag HFH Ale-tubeZ 7 AT FFo|

Felsgnt,

reagent(Invitrogen,

Trizol"§ 2.

E 1__

o IL 3 0

Hk-g-o] S
A

10mM Tris-HCl, 40mM KCl, 1.5mM MgCl,
250 #M dNTP, lunit of TagpolymeraseZ} 7}
Ho] 9= PCR PreMix(Bioneer, Korea)ol| 5ug2]
RNASR SAHE Z4Z2] DNA templated}
Table 1,9 ¥7]3t primersE H7}8l1, distilled
water® PCR mixture #Z volume©] 2047} &
Al 3t99tt. PCR amplification 272 o33 2
t}, 95T 587t pre-denaturation A7l %, 9
5Co|A 60% denaturation, 52C (COX-1, COX-2 :

. } 55 )4 60 % annealation, 72CA 60Z=
isopropanol& H7Fstal, 2 E3et F, ALo|A I N a
~ extension®] W¥3Z 1 cycdeZ 3}, 30cycles
1587 AAAFY, 4T, 14,000epmoflA] 2037k
(INF-a, COX-1 : 35 cycles)S ¥H3A|ZTH O

AA Bste] AAHAL AASL 75% ethanol
0.5m% #7bske] 4 ¢, 7,500epmollA] 587 YA
weld § AAHAE 4ds AAsIth. RNA
pellet2 AL ZAZA|A, RNase free waterol
dg3l9ltt, £2l¥ toral RNAE 70T 23
steiet.

Total RNAY] 9ke B3
BioPhotometer, Eppe-ndorf)E

% 33=7(Spectrophotometer,
AHaatel 2743t
I PCR amplification PCR machine(ASTEC
PCS02S AHESHEE. T F RAEAY MotV

s, 72C°ﬂ7\‘] 787} post-extension A]ZIT},

PCR & 3349 AHE2 0.5% agarose gelS ©]
43lad 0,5X TBE bufferdr A7]%9%g A8t
qx, A719Fo] EY gel& EtBr(Ethidium
Bromide)o| @45t UVl FEAES Eels)
%th. GAPDHE internal control2 A}M-3}9iTt,

9. Sz

A= HiF (mean) + XF A} (standard error)

reverse transcriptase(Promega, Madison, WI)& 2 Yehidlz dd7 7H] 594 Student's
ol43to] DNAZ FA3%L, FAH DNAE  rtests o|&3to] AR w, P 3ol 0.05 vl

PCR template® 3}o] PCR amplifications A
steict.

g M R Ae=
SPSS12.0& AH8-3k4itt.

I>}L

Wstglct. FAAE

Table 1, Oligonucleotide primers used for PCR in this study,

Targer Oligonucleotide sequences Expected Accession
gene (5' to 3' direction) size number
Fe SR
IL4 AGTGCAGGACTGCAAGTATT 330 bp XI6058
x| pasercecccie, m | s
x| TCCoccc | s
GAPDH g%g?éééf’?gggégg’?gg 201 bp NM017008
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1. Mz 4Z80 ojxls B

NE J&2&L AFs7] 9ste] RBL-2H3 cells
o SSGE ZZ 0.5¢ 1.0ug/ml FTEE A5t
MTT assayS AA3HITE, MTT assay 234, SSG
g sEwz Adw AFTH oFPAE A
e dzrdr FAXdE AE AEEo] Il

HAcHFig. 1)

1207
100
80 1

60

Cell viability (%)

40 7

207

o
SSG (Hg/ml) 0 0.5 1.0

Fig. 1. Effect of SSG on the cell viability in
RBL-2H3 cells.
Cell viability was evaluated by the MTT assay. Each
value indicates the mean + SE. (Standard Error)
and is representative of results obtaind from three
independent experiments.

2. M=o 2t ojxlz g

RBL-2H3 cellso|42] 2332 3lslr] 93
o] f-hexosaminidase F& ATES ZA3Yct
B -hexosaminidase FEHL o}Fd AAE 3}A
oo AEolA 3,5240,10%01, PMAS} A23187
2 AT AEAA 13.7240.46%% F24437
Z7tetgom, A= A SSGE 0.5ug/m S} 1.0ug/nl
o FEE A3 AEoAe 27 8,9010,14%,
7.3740.12%2 £24(P(€0.005) = Frs HA
Ch(Fig, 2).

Aol 9] 39 : ARl =714 Hlgel M At

B-hexosaminidase release (%)

SSG (ug/ml) 0 0 05 1.0
PMA+A23187 - + + +

Fig. 2. Effect of SSG on degranulation in RBL-2H3 cells,
Cells were treated with the indicated concentration
of SSG. Degranulation was assessed by B
-hexosaminidase release into the supernatant,
-hexosaminidase released into the medium is
presented as mean * SE. (n=3). **P ( 0.005;
significantly different from the stimulated group.

3. TNF-¢ 2H[0| 0|x|= S

ELISA method® ZA3F TNF-¢ 2 EH|F2
olfdl HAE skA &2 AEolA 539+ 0.09pg/
nPom, PMAS A231872 A3 A Eoe
1054.4416,79pg/m 2 KA F7FsHeH,
A= A SSGE 0.5ug/mi <} 1.0ug/nl o] FERE A
23t AEoME 27 858.45E15.74pg/nl, 763.2
3117, 73pg/nl 2 90 FAE HSItKFg. 3).

207 r 1200
1080

r 960
840

r720

r 600
r 480
r 360

TNF-a secretion (pg/ml)
(JwyBd) uons129s D-4N.L

[ 240

8

6

44

27 r120
0

SSG (ug/ml) 0 0 0.5 10
PMA+A23187 - + + +

Fig. 3. Effects of SSG on TNF-a production in
RBL-2H3 cells,

TNF-«  concentration was measured from cell
supernatants using ELISA method. Vertical bars
represent as the mean + SE. from 4 wells, ** P (
0.003; signific
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4, IL-4 2H|0o| O|x|= F&

ELISA method® ZA3} IL-49] En|FL off
A AAE A B HEA 1.4150,02 pg/ni
om, PMAY A231872 AFF A EdE
1840,5617.49pg/ni 2 A3 F7lsloloH, A=
A SSGE 0.5ug/mio} 1.0ug/ml o FE=E AHze
AzoME 27t 1760.89116.11pg/nl, 1405,07+
22.00pg/m 2 FoA Qe FAE HtHFig. 3).

antly different from the stimulat ed group.

5.0 r 2200
457 r 1980
1760

1540
r 1320

[ 1100
880
[ 660

IL-4 secretion (pg/ml)
(Jw/Bd) uonaioss -1

F 440
220

151
1.0
05

0.0 -

SSG (ug/ml) 0 0 05 1.0
PMA+A23187 - + + +

Fig. 4. Effects of SSG on IL-4 production in
RBL-2H3 cells,

IL-4  concentration — was
supernatants using ELISA method., Vertical bars
represent as the mean + SE. from 4 wells.

*P (005, ** P ( 0.005; significantly different from
the stimulated group.

measured  from  cell

5. IFN—y =ZH|0f 0|Xl= B

ELISA method2 ZA3% IFN-79 TH|F
ol ¥ AXE stA & AEAA 6.8110.17 pg/
ngow, PMAS A231872 A3 AlXde
6.9910,16pg/nl At} A= A SSGE 0.5ug/ml 9}
Loug/m e TEZ A AToME A%
6.95=0.09pg/ml, 6.9910.23pg/nl 2 -2 W3l
I =+ chFig, 5).
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IFN-y secretion (pg/ml)
T T

ok, M w s o o~ ® ©
(Jw/6d) uonaides R-N4I

o
SSG (g/ml) 0 0 05 1.0
PMA+A23187 - + + +

Fig. 5. Effects of SSG on IFN-y production in
RBL-2H3 cells,

IFN-7  concentration was measured from cell
supernatants using ELISA method. Vertical bars
represent as the mean = SE. from 4 wells.

6. TNF-¢ 9 IL-4 mRNA 230 0jx|= I3

SSG]  pro-inflammatory  cytokines(TNF-« ,
IL-4) mRNA Tdo| v3= JFe Popraur
RT-PCRS AA5tSitHFig. 6). 2 7t cytokine
& PMAS} A23187¢] ]3] mRNA Z¥o| 33|
37t ot (lane 2), SSGE A AEgt 7-9-olA

£ mRNA o] JAI F& EH o7 ZaF

_;_ AL 3og 4+ 9lAt}(lane 3, 4).
1 2 3 4
TNF-a
IL-4
GAPDH

Fig. 6, Effects of SSG on
cytokines in RBL-2H3 cells,
Total RNA was isolated, TNF-¢ and IL-4 mRNA
expression was detected by RT-PCR analysis (C).
Lane 1. negative control group; lane 2. positive
control group (only treated stimulus); lane 3. SSG
0.5ug/ml+stimulus; lane 4, SSG 1.0ug/ml+stimulus,

pro—inflammatory



7. COX-1,2 mRNA g3 0xlz

COX-1,2 mRNA W&o] wX|& 3s Yojx
12 RT-PCRE  AA3HThFig. 7).
IL-49] ZAzte} U4 COX-1,2 E3+ PMAS
A231879] ©J3] mRNA Z&o] 43| F7HEgle
lane 2), SSGE # Ad 73+ mRNA
o] AN T &R FaEeE AS &
A% 4 gldthlane 3, 4). L COX-1,2¢04
+ mRNA @3] Apolg ZAT 4 §Ioirt,

1 2 3 4

COX-1

COX-2

GAPDH

Fig. 7. Effects of SGT on the expression of COX-2

on RBL-2H3 cells,

Total RNA was isolated, COX-1, COX-2 mRNA was
analyzed by RT-PCR analysis. Lane 1. negative
control group; lane 2. positive control group(only
treated stimulus); lane 3. SSG  0.5ug/ml+stimulus;
lane 4. SSG 1.0ug/ml+stimulus,
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o} jHHKo] HeE o] MmEESIL WeHko] Ak
Soll HlwA g kHEFgel i w3 A
Faketo]l DEEARSIAY S siol ol ek
O Bt HEF B BRERE 280,

HTAEE o] Wdaso] gle 2Fd 9l
Z8 AFAENA frd). g F #AHo]
7139 234 (I, 7|z A, E, g7
A2 o Belle 53] HuA|Er Bo] ¥
sol gtk MEAES} S97|FE T-helper 2
(Th2) AE o&A IgE w7 d#H=2714d 233
7145 ogt "ukgel| FQsich, olHeh Hwt
AEE BT F 7K o2 vdd, sfue rat
basophilic leukemia (RBL-2H3) %o} 72
mucosal-typed} £ T}2 3P rat peritoneal
(RPMCs)9} 22
tissue-type©|Ct, RBL-2H3 M| ¥ H|RA|E] A
B3t A7) % AHgEGY

ol AE& ddzr4d HFyFEgdd, &
427 I 2 v dy=r14 2e
% (dd)t 2 2o FEof o3t ohphEgAlx
S99 Yolo] Hoh, AE nHe 1AM IgE
T84 (Fce RD wat 2= o] e Igkdl Al
¥o| oRZHY fUd <49 (allergen)o] Z33]
ol 9™ Alert AEdR

o

e

mast  cells connective

1>

T

A
&l
¥ (histamine)o] WZEHL, L3 T A Y
247} cytokines7} FH]HH”,

olo] AA= RBL-2H3 MEE AR3te] AE
AL FFE vAA g HY ddAd B
-hexosaminidase  release TS Felsl,
pro-inflammatory cytokines?] #H|F 2 mRNA
WS Eolste] SSGo 9ES A

Allergeno|t} B35 & Qo] ofs) A=
2 HREMEA] FH|EE histamined in vitro
AgA e FAY du2r] W Fad
markero|t}s2 A ES] £u] 2% Ageo]
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9= fB-hexosaminidaset}= A T3 €3]
markero] P> WIS L8] Bu| AT ol 2E 0I9)
£ B-hexosaminidase T&FL o}F-H Xz E 3}
A ke AToA 3.5240,10 %Qom, PMAY}
A231872 A3 AEOIA 13,7240.46%2 HA
3] F7ketolch, A= A SSGE 0.5uy/mlE Al
AEAgAME 8.9010.14%2 FTEU0] 35.15% 7
stolom, ek 1.0ug/nl o TEZ A Ao
A 7.3710.12%2 ASAT AZg AEEc
46.29% 7" AL AT UNTHEg. 2).
J#2& RBL-2H3 A2 g38 Aw7} SSGo
os) 7HaE Zlojgt & & 9l

oju] A= o] YA MZo] F/3E histamine,
protease, leukotrienes, prostaglandins®} THF3F
cytokines?t 22 w7l AAE WEFoZH &4
shel MRAEE 1 ARSE Ede waRg”
Th2 cytokines (interleukin (IL)-4, -5, -10, -13)
T Th2 AXE ¥¥sle s Ax2HeE ik
i, 43t T AEZHE Aatse e &
g27]4d Ak Wl Fasltt, v XA =
SN FRnkgo| s F= IL3, 4, -6, -13,
tumor necrosis factor (INF)-a7} HEH|HT}h
CUINF-a = 9%, W8T AR, SolE 34,
8 59 NI, 14 o

S yehl, 2343E T AE, v E, &
71Tl AEE o9 Jlse Yehde
cytokine® 2, B Axe FA43 o
swichingo] FQ3}7 28319, o2 <l IgE &
A wAel gL mAAGGY, B AFeA
TNF-a $H[FL olfdl AXE ofA Y2 AE
ol 5.3910.09pg/ml 301, PMAS}H A23187%
A2 AZoE 1054.4416,79pg/nl 2 AAS] Z
7betglen, A5 A SSGE 0.5ug/ml, 1.0ug/ml <]
TEZ AP MToME 77t 858.45+15.74pg/
nl, 763.23£17.73pg/nl 2 F+A(P€0.005)+= 7
A5 B, ot AFAN Aed MEHTt Fu]

ox, N
=

=z
il
o]

o

isotype



ol Z+ 7+ 19.59% (SSG 1.0ug/nl A A AE),
27.62% (SSG 2.0ug/ml A Az NE) 714392
< 9T AAUTHEig. 3). EE IL-4 FH]FS
olFH AAE A e AEolA 1.41+ 0.02pg/
nQom, PMAS A231872 A= AT
1840,5616,79pg/m 2 @A 3] F7letAoH, A=
A SSGE 0.5ug/ni, 1.0ug/nl®] FEZ A Al
FoME 747 1760.89+16,11 pg/nl, 140507+
22.00pg/ml 2 -2]4(P€0.05, P{0.005) A& FHA
g By, ol ASAT As AEHc BH|F
o] Zt 7} 433% (SSG 1.0ug/ml A A& A¥E),
23.66 % (SSG 2.0 ug/ml A AT NI) 7239
= 9% + UithFig. 4). I2|il RBL-2H3
A|EqA 2] pro-inflammatory cytokines (TNF-a
IL-4) mRNA W8 28 A-edd SSGY vk ¢
EH07 AT AT F AIrhFig. 6).

Fa M E(effector cells), Th2 A|E} 114, -5,
-133 22 cytokined] IHEE W7iR sh= H|A
AAQl WY ubgel| o3 d#H 27| A e
doh, agER dy2r] Az #F A7 dF
T olg Th2 WY Zg7]e] 245 A=
oA#Eo] gt} Th2 AEAME Thl cytokines,
IL-2, Interferon (IFN)-yE& AXke}A] &=t} o]
€ cytokinest= Thl Mx9 £4E& Yehfy, =
g Thl AHEME Th2-type cytokines7} W
A G, 2 Al 43 IFN-79 &
Hgke olFd AXE A & AEeA
6.8170.17pg/nl o1, PMAS} A23187% =3t
HZol= 6.9950.16pg/nl ik, A= A SSGE 0.5
uglnl, 1.0ug/ml 2] FE& A AEoME 7tz
6.9510,09pg/ml, 6,9910,23pg/mE TNF-a H
IL-4 ELISA ZFelx FIHAYT fofdt ®sle
3l & 4 §lgirhFg, 9).

Cyclooxgenase (COX)®} prostaglandin 4 &
2ol 93] arachidonic acid B2 thAlZ} Loyt
a1, olo] ¢J&| prostaglandins’} "E"é,ﬂ_l’/]—%)_ (6(0)¢

Aol 9] 39 : ARl =714 Hlgel M At

T F Y older s, COX-1& tdt
MEJA L=, normal cellular function®)A]
housekeeping activitiesE 7[A= E4E 4THA
itk It COXe = e ofdel CoX-2&
ogd 4 A=A s 53 At A5<E
ool Wl Hnt, wekA COX-10] obd COX-29]
=7} inflammatory response$} AFAJo] <t}
% Pro-inflammatory cytokines mRNA 8+ ]
Ae} o] COX-28] mRNA ¥ =gt d Az
& SSGEE YEHOE Hadhs 7
1 ckFig, 7).
RBL-2H3 A EL AR 5G| p
release AL,
cytokines wH|F 2 mRNA W wjx& o3
of #ate] AP A dH =274 ASEel Al

Ak fol B 98 F 4 A

-hexosaminidase inflammatory

V.2 E

2 AFo|x+ RBL-2H3A|ZA 9 SSGY B

-hexosaminidase release A%, inflammatory
cytokines #H|FF I mRNA @& t]x&
of #ste AP A3 o B2 BEs ¥

o,

of

32 oft

1. SSG= RBL-2H3 A|¥olA] S -hexosaminidase
release JEE oA UA ZaAFH.

2. SSGE= RBL-2H3 A ¥4 TNF-« 9] Hu]FS
oA QA AN,

3. SSG& RBL-2H3 AXoA IL4 #H|FS 9
A A AAANFH,

4, RBL-2H3 A|¥o|A TNF-¢ mRNA 23S ¥
T oEHOo T AAFT,

5. RBL-2H3 A|Z o4 IL-4 mRNA WS ¥&
YEAOE ZHAAFT

7



ahetolulelpsIRsatA ARt A0 129)

6. RBL-2H3 AZo|A COX-2 mRNA 2@3d& 7t
2AFT,

$SG7 A 9]
dol 7449l Fel=s14
99 Azl B & ke 994g A,

2 A7 20089% oSt a2
oA s A EUFU.(2008AA124)
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