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Abstract

Yangkyuksanhwa-tang effected to Atopic Dermatitis

Yun Bo-HyunPark Seong-Sik
Dept. of Sasang Constitutional Medicine, College of Oriental Medicine, Dongguk Univ.

1. Objectives
Yangkyuksanhwa-tang is used mush in pruritus and dermatopathy of Soyangin. It is suggested this prescription
is effective on atopy dermatitis.

2. Methods

For observation of Yangkyuksanhwa—tang effected to atopic dermatitis, extract of Yangkyuksanhwa-tang has been
dispensed to the stratum corneum of epithelium in dermatome of murine after making damage to its defense
mechanism against fat and causing atopic dermatitis artificially. After that, the change in outer dermatome and
minute mechanism of epidermis, the change of eosinophil, the change in distribution of soybean agglutinin, the change
in distribution of fat and ceramide in stratum comeum, the change in inflammation in dermatome, the change of
cell accrementition and apoptosis, and the effect on anaphylaxis and Staphyviococcus aureus was observed.

3. Results

After administration of Yangkyuksanhwa-tang, severe skin damage such as eczerma and psoriasis, that was observed
n the case of atopy dermatitis, was decreased and the increase of eosinophil in serum was suppressed. Lipid lamella
was recovered, so epidermal demage was relieved. The distribution of HSP70 in the outer skin was decreased.
Yangkyuksanhwa-tang suppressed activation of NF-kB pd0, induced CD11/18b not to be generated, and suppressed
inflammatory response of skin. Anaphylaxis and groth of Staphylococcus aureus was suppressed.

4. Conclusions

Yangkyuksanhwatang decreased skin damage of atopy dematitis. It has antibiosis about Siagpfyiococaus aireus it can
be medicinal substances on atopy dermatitis. In addition, it is possible that it can be medicinal substances on regional
skin allergy.

Key Wards: Yangkyuksanhwa—tang, Atopic Dermatitis, Anaphylaxis, Staphyiococcus aureus, Cytokine, Apoptosis
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Bot A7 AT 20 g@ AFS AEslo] A}
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Aeiodct. ehH ZEAE  anaphylaxisE 131
Sprague—DawleyZl| JHE HE=Z 2} fifoll 100214
wj7gste] AEsgint

2. OIEL| mFHo| %%

A gl A= g AEES] MERiEARe] ol
A8k lipid lamella JF< Al 23 Al (surfactant)
= 3Pl sodium dodecyl sulfate(SDS : Sigma, USA)
2 S FEste] ol IEAS it
Christophers®} Mrowietz” 7} 714:8F Hp 8- -85
o] AF A2 RS W3 U3 cellophane
tape (M, US.A)< F-2lato] fiEge] Mvala< Al
AL 13 TR 70% ethyl alcohol 2 253+ 5
MinehiroS%21% 5% SDS 1m¢-S WE-0 2 315
2031 2H st =& HA AEE] lipid lamellas
brslolnh. 1 Ax} S0 R ofEy] FAF = o
B3y HFxlo] i JiA|(Fig 308k &Rl
sto] ARgsllon, FEES T0% =S

3. FRRIKS RS RLERL 50

2 Ao AR ik Yangkyuksanhwa—
tang © YS) HEAEMN: kil A ek -
AAsle] Alg-alItHTable 1). @Rk 205 7
S S 500meel]l Wil 3AI7FE S RSt 9 of
3T} 1 8-S rotary evaporator® 50mé i
S pilEiokys Hhitgs olEy] IF4 i &
YSHfel vl 2.5ml/kg/day= 7375 AIFATE

Table 1. The amount and composition of Yangkyiesaniva
~tang(YS) extract

HAEY, = Fiir(g)
Al Rehmanniae Radix 8
AR Lonicerae Caulis 8
BuLk] Forsythiae Fructus 8
£ Gardeniae Fructus 4
it Menthae Herba 4
il Anemarrhenae Rhizoma 4
g Gypsum Fibrosum 4
B, Ledebourrellae Radix 4
FfT Schizonepetae Herba 4
& 48

4, M&RA L8R BIEk(eosinophil) B4t

ol ko] oA X|E AAME Fiiike]
oy 224 WslE 28] 28l AR Al
3%+ 5 Hinkelmann 8ol 3]493}F thS- Neubauer
A HSuperior, Germany) 2.2 A3t}
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5. B8 HEAR sUF

olEy] uFEFo]l ftE ZF S sodium
pentobarbital 820 & w3t 5 vascular rinse}
10% <4 E249-8-MNneutral buffered formalin :
NBF) 2.2 A4S AAISIIT SDS #2]5-
oA AH S o= 20l A 10% NBFol| 244]
Fsot A4S § B A1 HPH O 2 paraffinel] A
ufStal 5um FAR AH5EHE THEIT THEo
A A4HH-L Hematoxyline¥} Eosin® 2 GA15}10]
A&sioiet, sk Ws a3l A2 NBFo
10% formol—calciumel] 1552k A3} #]
. 30% sucrose 8249l cryprotection 3F % 1Y
H7](Microm, Germany)Z 10im F72] ¥&4
AR et Al ks HES
JeRg YIFS- 1/2 Karnovsky 8o X314 sk
3 1% 0sO4 £-Mof| ZA4319] 01 Uranyl acetate
o 907> ‘&<t AAEF 5 TR W 2= eponell
st fHikYIH 2 ultramicrotome(LKB, Nova)
©2 90mm FAZ YHS wHE9] toluidine blueZ
AT T sl o R il fEEe] Mk
SN ] =Y £ S L P P L B B ot e
ultramicrotome(LKB, Nova) 22 60-80nm F41= YJFr
< TR v FaRArE R A (Hitach H-600) 2.2
ST
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olE3] I it £ H A (glycoconjugate)
2] 3] soybean agglutinin(SBA ; Sigma, US.A)2]
KAl 37y 3 W3S A 9l6
lecting ©]-&-3F HAZA 354 JAS A3
o A 22S 2294 1% bovine serum
albumin(BSA; Sigma, US.A)l 14]7Fs<} blocking st
o2 1:1002& 3]493} biotinylated anti SBA(Sigma,
US.A)°Y 4C incubation chambertjol|A] 2411752t
HESAIZTE 18 t)s ABC kit(avidin biotin
complex; Vector Lab, US.A)0l 1A]7Fs0t 22004
HE-S-A1Z T

0.06% 3,3-diaminobenzidine(DAB : Sigma, USA)Z}
0.01% HCle] ¥3F¢l 0.05M tris—HCl $-8-4(pH
74N EAAZ] B hematoxylin Q&= thz G245}k
o] Fstdn| oz BAsIQITk Lectin ¥H3-2] %
- (B4, + (R ), ++ GHHE ) 1
il +++ (B3 ) o= FASIIT
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Table 2. Sugar Specifities and Inhibitory Carbohydrate of
Soybean Agglutinin(SBA)

Sugar specificity
D-N-acetylgalactosamine

Optium ditution
4 pg/ml

7. R AEEC Y RERER: ¥t
1) BRG] An st #BiL2

Sudan black B @& Fall MEJE 272
wyYHsE 2ARIlEd, A WEERS
absolute propylene glycol2 1043+ ©<=3F £ Sudan
black B 8-l 10i2-7F 43813}, 85% propylene
glycol2 31t GAg & el FAlskaL
nuclear fast red= 123+ tlz GA8ISIch iz 4
A & SHTE 33 FAIEE T glycerin jelly = &
At & FerAn| oz ATt
2) Ceramide 7ffi &b #1%%
Z} A 26%2 A8 ceramide®] +-
3 WSS 2187|9804 3 ceramide FAE ©)

HAZA s} S AT 944 9B

43S blocking serum®] 10% normal goat
serum(1:20, DAKO, Denmark)oll A 14|17} &<t Wk
AlA BS54 HARES-S AAlsIqitt. 17]ar 1
=} 121 mouse anti-mouse ceramine(1:10, Sigma)©l]
4°C humidified chamberol|#] 72413 &<t HESAIZ
o™ hiotinylated goat anti-mouse IgGDAKO)o]| 22
oA 10%3F link 3133t Steptavidin peroxidase(L.SAB
: DAKO)9I 1045t 2204 wEeAIZ1 $ 0.05%
3,3'-diaminobenzidine(DAB : Sigma)¥} 0.01% HCl|
3231 0.05M tris—HCl $+5-8-<H(pH 7.4)elA] 1A
A1Z1 ¥, hematoxylin = tz=@As1e] Falan] 7
o8 #EsIGlrh
8. KIE Bt
1) Mepmimiae] on gL Blgs

SERER] Tolsh= W9y vk 32
o} e W= A8 918 Luna's method= 2
Al 4 5um FA1S] AE5HEHE aldehyde
fuchsin®ll 30%3+ A
hematoxylin?} methyl orange &l 22} 18, 55
B 2GSt
2) Stress &l ¥/ES] Bl Bl

) BEaol| whE AEw A gk 9
o] & %27 WA (heat shock protein, HSP)2] st

Lectin
SBA

Weigert's iron

=4
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21 Hsp70 EXHsHE aslr] 91gh o x2]3)s)
2 QA AT 4 S proteinase K20
pg/md)oll 5% E<t proteolysis #gS Azl F
blocking serum$! 10% normal goat serum(DAKO,
Denmark)oll 4] 1AIXF &<t WHgAIZATE 1231 4°C
humidified chamberoll<] 12} &A1 rabbit anti mouse
Hsp70(1:200, Santa Cruz Biotec, USA)-E 7247+ vk
SAIFoH, ohE 22k ARl goat anti-rabbit
Ig(1:100, DAKO)®Il 24417 ‘52 RESAIFATE 14]
7Fsot 212004 Avidin biotin complex(ABC : Vector
Lab, US.A)el BEEAIZ] - DABZE HaxE] &
hematoxylin = iz Mste] Feladnd o= %
Zh3it.
3) KIEaAsElE Cytokine®] %L, 122

AT A5l #El= cytokines & MIAES
S F=8k= protein kinase C(PKC), 953 4%
o] ¥d&l= nuclear factor(NF)-«B p50, 5124
cytokine?®]l Tumor necrosis factor-a(TNF-a),
Interleukin-12(1.-12) ~1&]3L CD28EA} 52| ¥ ¥
315 2817 $18IA] rabbit anti-mouse PKC(1:200,
Santa Gz Bioteo), rabbit anfi-mouse NF-«B pBO(1:200,
Santa Cruz Biotec), rabbit anti-mouse TNF-a(1:200,
Santa Cruz Biotec) 2 rabhit anti-mouse IL-12B(1:200,
Santa Cruz Biotec), rabbit anti-mouse CD28(1:200,
Santa Cruz Bioted)E ¢85+ HYZ=AS18H4 S
Ao, o]% 7L lof 7]&sk Y32
sleb4] A} Atk
4) Alx7)g wst

R A7) Fofshs AEFEEAE
(intercellular adhesion molecule : ICAM)-13} —1 #HdE
ligand®] CD11/18be] #xHsls #zkslr] 23
rabbit anti-mouse ICAM-1(CD54 : Serotec)} rat
anti-mouse Mac—1(Serotec, UK) A& o8-8 W
25eA AS ST
9. fHIEIEGEL HRECHRE BML
1) Al Al Biss
IR AESA WsE 2AFs1918 BrdUS
o83 WAxA s} JAS AAEIT 54
A3 sEolA IF-E AE37] HAIRE A, 3AIRE
A, 1AIZE el Ag] A5l <21 5= bromo -2’
—deoxyuridine(BrdU, Sigma, USA) 50 mgkgs 574
ARsESITE ol ASdEe 4TS 37T 2N

o
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HCIgHellA - ZF2E 2084 WHSAIA  DNA-
denaturation® & © 7t} 0.1M borate 9584 ]2
2 AT F H5o]% WSS A9
3l 001%2] proteinase K7} ¥ normal goat serum
of 1AIZFESE REGAIZTE 19 vhe 13k IAI9)
mouse anti-mouse BrdU(1:50, Amersham, UK)el] 4°C
incubation chambert]ollA] 72417k WESAJZ AL 0] 5
gL flof| 7=t HAxA sty AT 5
dseick
2) A O AL s

Apoptotic A|3E2] F-EHZLE FAVSH] 218 in
situ apoptosis detection kit(Apoptag, Intergen, USAE
0]-8-5F TUNEL(terminal deoxynucleotid transferase—
mediated dUTP-hiotin nick—end labelling) HH-a- A4
kAT WA 22 AHS proteinase Kol 5%-37F
proteolysis A]Z! T2 equilibration bufferollx] 20%7F
gy 19 the- strength TdT enzyme(36.0
TdT enzyme : 7240 reaction buffer)S- #|g}sle] 37°C
9] humidified chamberol]A] 1417 &<t REGAIZ] £
strength stop/wash bufferel|4] 105 ‘<t A2]s1Sich
Anti—digoxigenin—peroxidase®l] 1A]7F £k HE&-A|7]
& DABZ #1235k} Hematoxylin @2 oz 41
sk & Foldn|g o= Baelgith skA Bel-29
Bax 52| Apoptosis AlE#AFE H3lE 2281 9
34 rabbit anti-mouse Bal-2(Pharmingen, USA) ~12]
31 rabbit anti-mouse Bax(Pharmingen) &A1 o831
HAZ2A 5l AMS AAEI3IT
10. /FHREA SRSl SR anaphylaxis #I 35R
IgE o]&4 JHHHSS monoclonal anti—
dinitrophenyl(ONP) IgE (Sigma, US.A) 100uE HI=
B 5% o FARSE ths- 48417 £ 4% Evan
blueel] #1438+ DNP-human serum albumin(DNP-HSA
; Sigma, USA) 100mgS 2] Awol] FAksle] Lo
Zet, ikl =92 DNP-HSATA 1A17F
ol 7 Folsiglrh. 97 el Evan blue®]
PN silen, ofgY IHERS
Luna's method= FAgH 3 pillikkizol gk vink
AEze] 4] AAlsS ARSI
11. Staphylococcus aureusS| HZ 3}

ol FHPA =2 TEES Hole=
Staphyiococcus aureusl] W18 il A A
= ARSI Sanilococcus aureus KCTC 192808

Hiy =
LiE
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medium, 24°C, 120 rpm)S HlRENKY FEHo=
Frool upe} A2l dk v 16417 Biksle] vkl
S 3345 A(UV-160A UV-Vis spectrophotometer,
Shimadzu Co., Japan)2] 660nmellA S35 7435151
o} &3k LB SEulR]o] =EAIF 1641759 A%
AR Sapfyiococaus areus®] cdony WK FSISIC

12. BTt e tEatE

= A3 Optimas 5.2 (Optima Co., US.A)Z
0|85l 3 (image analysis)S A5 .0 o
AHA A= Sigma Plot 2000(Sigma)S 53¢
student T test® fo]/dS 53T

M. & R

1. S1ERTRE ML

T2NZE 77§ ADEfS] T)RellA e gl 2
o] &4 51 Fel 2 P vkFg 3). =3 A
oA 7PERRIAG7A] SajE SAsE T
o] Z2, = z14e] ERIEAKFig 4.). ©]21g ADff
o] oy i 155 sl u)E s At
ko] Ao Ao, AR o R FAs= o
o] @o] IAHN, FAAYGL FEY o=
BoAS )31 QIQTKFig 5.). ool Wkl YSHES Qi
TP A9E AlQlstale Al AESe] &
XE ABI(Fig 6., 7.) oFEd] 5732 S(Fg 3.) B}
714 Zo] 3|HEE Aog AFEQL) w3 Wy &%
g 5o] 3 B2 ADRf] Hls] A, =9 g

ol

2. MR hlgtE BmEk 8ME

G sARY W] -5 ZARE A} A7)
735 vjzel] vEl] ADRfll A= 1 7 57}
ok b YSHfel M= ADffel vl F-o4 o= A4
733FS HYItKFig 1.). 7L A%} 513+15.47W ) iz
ol H3f) ADHE2 o}Es] ik 5 24417kl A 11.3%
Z7Vsk 571+12.57/ut, 481171 IM = 63.6% =73t
839£21.370/uh, T2AIZ = 205.4% S7Fet
1566427.87W/ = ST ol Wil YSHollM =
ADffl v]8] o} &3] f2k 5 24 A1k A 8.1% T4
ok 52510170/ b, 48AIZIME 21.0% A
662+17.870/ut, 72NZrIME 50.3%L 7HAgH
778422, 47W/ = Febsdeh.
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Number of Eosinophil (/u/)

CON AD Ys
GROUP

Fig. 1. The nhibition effect of eosinophil in YS treated
murine at hour—72 after atopic dermmtitis (AD) elicitation.
The number of eosinophil in mice treated with YS
noticeably decreased than AD group and this decrease had
probability in P<0.05 of student T test.
3. ROl FoRERt fmEEC ML

ADRfAA JF-FEl Y ZHA S 24do] gRle a5
ol M= whgule e} Y re] v oA F
=5 gl X ZTPL e A BEE K Fig.
9). T18]a RV ZHS S4Fe] Adu)E Al
ZaEg o Q1% AuTe] SUtet FEskE gkl
& = JISItHFig 10.). /3% ZFaSollMe 48AE
Aol F71o lipid lamella?} 4514 &9ko(Fig 17.),
AlzEAtol 3] St 7 M| o] dedo] R
THFig 13.). ololl WHall YSHfollA= 2hmad el e
T i 2 A FE=H o] Bv) iy
7| Skekom(Fig 11), 4915 S71et F53ke At
(Fig 12.). 24439 ZAHM ZAo] g1l A= lipid
lamella$} lipid body” | LA #3511 2 (Fig 18,
19.), ADRfIF= 2] AlEAtolE7ke] et 2 A
3ro] geto] FkEA] eIohrhFig 14.).
4, 718 REZFAHBAICISZILY BEEES #ML

o= FHE, 7S, 7145 o=
A EAFO]EZ A 78 SBA FAHHS-S HITH
ADFfollA &= of 3] 359 f8 9 SBA duks-
o] gl UF MFEAPo]F A AT {2 ] a1,
7S 71A452] Aol s el A= Al Th
(Table 3., Fig 15.). ¥hA YSHfol|l A= ADER= &
NGS5 759 AlEZARe] g 1ol A 73k gt
<5 HYtKTable 3., Fig 16.).
5. EIEC| I fREmEE WL

ADFFellA] ZH52] lipid lamella #-¥ 24 7
U3 FHME BEglon], 1 9] Aol
YA FtKFig 20.). ool whaf YSHEl| A=

A%} 24A%e) 2T AolelH A make.
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Table 3 The Difference of SBA Distribution at Hour 72 after AD Elicitation

GROUP
LECTIN POSITION CONTROL D S
stratum corneum + + +
stratum granulosum +++ + + 4+
SBA stratum spinosum ++ ++
stratum basale + - +
dermis - _

Abbreviation : CONno treated mice ; AD,atopic dermatitis elicitated mice ; YS,YS extract administered mice after AD elicitation ; *P < 0.05
compared with AD ; - negative ; +,weak ; ++ moderate ; +++ strong

2 Mgy At EE IHESE = QI tHFig 22.).
Sk ZFA59] ceramide -3 A A3 ADfl
= ceramide”| 9FsF dut-g-o] ¥hEkE WHA(Fig
21), YSHfellA= 7t oA dukgo] YelstiFig
23.). ADFfol A= tizatoll vls) 88.1% #+A3h
646112 / 100,000 pick cell® #HE|RILE. o]of] whsf
YSHfell A= ADRfell v1al] 331.7% <7 st 2789196 /
100,000 pick cell® 2% ATKTable 4.).

Table 4. The Image Aaralysis of Ceramide Distribution in
YS treated Murine Skin with Atopic Dermatitis(AD)

. Group
Antibody “=SUNHSD) ADMESD)  YSOMESD)
Ceramide  5439+148  646+12  2789+96

(image analysis for 100000 particles / range of intensity : 80 - 140)
Abbreviation : CON;no treated mice ; AD,atopic dermatitis elicitated
mice ; YS,YS extract administered mice after AD elicitation ;
M=S.D MeantStandard Deviation ; *,P < 0.05 compared with AD

6. ZEA RE BML
1) Newsrmiee] 7n 54t

ADfo M= R3] 5ol J&} QFR7A B
& S2o] HnbA| T} B giglon, duldy
o] F= o] tKFig 24.). o]ol| ksl YSHfol| A=
ADffol Hlal A2 47} EEom, o]
TE o] FKFig 25.).
2) Stress fRfEES] AL

Stressel] et $5-4] 221 Hsp70 X 37}
FRAELANA 73 FANESS Hol= Fe=
= A=, ADEfl 18l YSEelA Hsp70 %3
WS A7} 7ha Ao | QIvKEFg 28., 29.).
ADEES- Tzl H)8f 914.0% 5718k 21704125 /
200,000 pick cell= ¥H2= T}, ool Hkal YSHfol
A= ADEfll B8l 35.7% #4~3F 139698 / 200,000
pick cell= &=t} (Table 5.).

Table 5. The Image Analysis of Hsp 70 Distribution in
YS treated Murine Skin with Atopic Dermatitis(AD)

. Group
Antibody CON AD s
Hsp70 21418  2170%125 1396+98"

(image analysis for 200000 particles / range of intensity : 80 - 140)
Abbreviation : CONno treated mice ; ADatopic dermatitis elicitated
mice ; YS,YS extract administered mice after AD elicitation ;
MES.DMeantStandard Deviation ; * P < 0.05 compared with AD

3) SSEATEE Cytokine®] %l %<

9] 71A5-9} Wyl #2E= PKC %
RS2 dvka) Aol AskAl UERREeH,
ADEFl v]&ll YSEfolA PKC ARHSAHIE7} 7H
A Aow A CFig 30, 31.). ADERS izt
of] W8 227.7% S73F 11704134 / 200,000 pick cell
= AT ool Wl YSHfell A= ADRfe 1)
3) 39.3% 7343k 71028 / 200,000 pick cell® 32+
= AcKTable 6.).

AL 1A e} A]-fFoll A #EE = NF-kB
po0 FAHRS-& Sty M|l ZFsiA| el
o ADEfll vlaf YSEflA NF-kB p50 AJwke-
A7t 7 Ao = P viFig 32, 33.). AD
FEo- thzatoll B8l 491.5% =713k 1248+139 /
200,000 pick cellZ 2= AT} ool Hks)] YSiH|
1= ADFFell Hsl 58.5% 74~k 51838 / 200,000
pick cell2 #ZE i Table 6.).

%3] 7]AF-e} = HH]o| A PEE = TNF-a
O AdukS-o Sk A Aol A ZFElA] LR
™, AD#] B8] YSHEfA TNF-a WdWk-A3E7}
7w Aoz IAEICHFg 34., 35.). ADfES- ]
Zrol 18l 910.1% 5718t 2707+185 / 200,000
pick cell®= ¥ RIT) o] Wil YSHflA= AD
el mIsl) 77.8% a3k 597443 / 200,000 pick cell
2 It Table 6.).




90  AbeAIZEo|stE|X| 2004:16(2):84—98

313 7)AFell A P 1L-12B FAguke-2
Al A ZrebAl WEFsk e, ADEel B3l YS
Frell A IL-12B WAt s AR 3
2 e Fig 36., 37.). ADRES- tztol] w3
763.3% <78+ 12694141 / 200000 pick cell= ¥z
=ik ofol] Rkl YSHfelA= ADEFll B3l 74.4%
7H3k 325421 / 200,000 pick cell@ ¥+ I
(Table 6.).

Aot &4 23] 7)Aol s
CD28 g duh-a-2 M|zdol|A] Z3atAl vebstom,
ADFfll vls] YSHflA CD28 Yduk-e-AIE7} 7+
24 Zlo=z I tKFg 38, 39.). ADI T
ol B3l 726.3% 5713 16361163 / 200,000 pick
cell= #ZE| U}, o]of ¥ial| YShfel A= ADffell
v|&l] 67.8% 7343 526229 / 200,000 pick cell= T+
2] St Table 6.).

Table 6. The Image Analysis of Immunohistochemistry
for Inflammation Intricated Cytokine in YS treated Murine
Skin with AD

. Group
Antibody “SANAESD) ADMESD) YS(MESD)
PKC 357421 11704134 710428
NP-kBp50 211431  1248+139 518438’
TNF-a 268428 27074185 597443
-12B 147439  1269+141  325+21°
CD28 198413 16364163  526+29°

(image analysis for 200000 particles / range of intensity : 80 - 140)
Abbreviation : CONno treated mice ; ADatopic dermatitis elicitated
mice ; YS,YS extract administered mice after AD elicitation ;
M2SDMean + Standard Deviation ; *P < 0.05 compared with AD

4) AIAE718 B W}

F97) AR} Au)fFo A BEEE ICAM-1
FIHEAH = ADFFel H]3l] YSHfoll A 7HAe 2
o= AR THFg 40, 41.). ADFES thzo] H)
3l 623.7% =75+ 2598+196 / 200,000 pick cell = 3+
2w lom, olo] whal YSHEelAE= ADRf] Ha)
56.1% 7343k 1141102 / 200000 pick cell® 2]
StHTable 7.).

3]0l A #2EE= CD11/18b GARRSAIE
= ADFfoll &l YSEflA 7w o= whzty]
ATKFig. 42., 43.). ADFR thzeatoll B]s)| 238.2%
Z7}¥8F 301449 / 200,000 pick cell= #EATE o]
o Wk YSEEol M= ADEfl B8] 27.9% 743
217428 / 200,000 pick cell® =K Table 7.).
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Table 7. The Inage Analysis of Immunohistochemistry for
Cell Adhesion in YS treated Murine Skin with AD

. Group
Antibody  —GoNAESD)  ADMESD)  YSOIESD)
ICAM-1 359128 25084196 1141£102
CD11/18b 89+7 301449 217+08"

(image analysis for 200000 particles / range of intensity : 80 - 140)
Abbreviation : CON;no treated mice ; AD,atopic dermatitis elicitated
mice ; YS,YS extract administered mice after AD elicitation ;
M2S.DMeantStandard Deviation ; *,P < 0.05 compared with AD

7. LS iHisiEsEdl EECHRE BML
1) AuftagE AL e

9] 71459 FA19 Al #EE = BrdU
G- ol A F3hAl LERsE e, ADffel| 1
& YSHfollA WA} 7y Aoz AT
UHFig 44., 45.). ADF tiz=aroll ¥]s)| 366.4% 57}t
3 26771181 / 200,000 pick cell® =T} o]
e YSHfol M= ADEfOl Hld] 50.7% 743
13204109 / 200,000 pick cell® 2=t Table 8).
2) AR AR sl s

Fyjo] AP aks M| Eol A #2=] = apoptotic %
2J0EE-& ol A ZstAl YR o, AD#f] 1|3
YSHfoll A WA} A Ao= wEET)
(Fig 46., 47.). ADEES thzeol) v]3)] 1739.0% =7}
31 49474391 / 200,000 pick cell = =20t} o]
1kl YSHfoll A= ADEFell vlal] 85% 7148k 53684
/ 200,000 pick cellZ #2= QK Table 8.).

23]l A B2 E = Bel-2 9gukg-o sat
T A A UElsker, ADRfel B3l YSHE
oA WESAE7} SV Aow IEEATKFig.
48., 49.). ADIFS tZtol vl8] 60.3% A3
17804191 / 200,000 pick cell = 220t} o)) vk
&l YSHfellAl= ADffell 13l 89% <715 81694384
/ 200,000 pick cell& #2=THTable 8.).

23] - Fol| A BEE = Bax GAIEHSS dak=
Hol| A ZFsHAl veRstem, ADfFe Blsl YSHE
A BESAETE 7 o' A ATHEFig 50.,
51.). ADH#R> tizwrol Hls| 469.3% <713
3974245 / 200000 pick cell® #ZE|c) ool vk
& YSHflME ADEfl w8l 71.8% #Ad

1119+87 / 200,000 pick cell = =K Table 8)).



Table 8. The Image Analysis of Cell Proliferation and
Apoptosis in YS treated Murine Skin with AD

. Group

Antibody “=5NAES D) ADMESD)  YSOVESD)
BrdU 574464  2677+181 13204109+

Apoptosis 269£32 49474391 53684+
Bel-2 44784214 11804191  8169+384+
Bax 698452 39744245  1119+87+

(image analysis for 200000 particles / range of intensity : 80 - 140)
Abbreviation : CONno treated mice ; AD,atopic dermatitis elicitated
mice ; YS,YS extract administered mice after AD elicitation ;
M=S.D MeantStandard Deviation ; *,P < 0.05 compared with AD

8. SE® anaphylaxis ¥4 ¥R

[gE 9J&A 93-S ADEfolR]8] YSHfoll A
7 73S B =|(Fig 52., 53.), A 2
T} 7107£354 / 200,000 pick cellel ADEfN B8 YS
FES- 71021 / 200,000 pick cell= LFER} 84.299]
AA &S BT THH IgE o9& dFukgoe] o
oyt §-919] nivky o] Fejshs AuEw AD
Frol M= g9y nvhA ) 9 By ers
1ol WA(Fig 54.), YSEfoll A= d nukA| 7}
T2 B AHFig 55.).
9. Staphylococcus aureus®| 4 i R

Staphylococcus ai= YS F5=o] thsl] 5254
ol A ek B AtKFig 56., 57., 58., 59.).
2] A] 0.38+0.0012 unit/me1el] H]E] YS 55
10008) 3)A41 =2 A] 11.8% 7343 0.33540.0021
unit/me, 1009 A A=Al 12.9% FHAg
0.331£0.0014 unit/mf, 108] 8]4 X2|A] 205% A
3} 0.30240.0017 unit/m¢= P2% I ckFig 2.).

Absorption rate of Staphylococcus aureus
o
w
o
*

CON x1000 x100 x10 Folds

Fig. 2. The nhibition effect of proliferation n Sgphyiococcus areus at
hour-16 affer YS extract treatmart. The nunber of Sepfpibooaas aras were
dependently decreased by YS dilution and this decrease had probability n
P<0.05 of student T test.

(0N treated ; X1000,1000olds diution ; X100,100-folds diution ; X10,10-folds diution
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Fig 34, 6-7., 9, 11, 14, 20, 52-53. The norphology of
back-skin, etc.

Fig 5., 8. The vasculatur of dermatitis from mice

Fig 10, 12., 19. The magnification of Fig 9., 11., 18.

Fig 13. the destruction of stratum corneum(SC)

Fig 15.-16. The distribution of SBA

Fig 17.-18. The ultrastructure of SC

Fig 28 -51. The immunohistochesmistry of Hsp70, PKC,
NEF-xB p50, TNF-q, IL-12B, CD28, ICAM-1,
CD11/18b, BrdU, Dcl-2, Bax, etc.

Fig 54.-55. The distribution ofdegranulated type mast cell
and granulated type mast cell

Fg 56.-59. The pelte of Sian'pdococaus aureus at hour—16.
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FiEa M A8 3L, SZBhRe anaphylaxis 1
W, Saphyiococaus aureusdl) Wik A SITHRIGEE: 1
Z5sk vl ErQle MRS Al

TWET KIS st @5-e] &84
4 A=4 BEAR2RY JAE HEshs
o] ¥ Mg A EL} lamella bodyol| A &
H|gk 2122 P49 lipid lamella® A9, 4
He] FE-S Ceramide, e AWt S|~ =,
triglyceride, steryl ester 2 cholesterol sulfate® 7-43%]
a1 0% ceramide”} 26% == 71 wo] EAjshY
Ve AxAtel e A A%, vl
71554 24, - et FPge o s 2k
W S0l g Ao A Yk ol MEE
A4 A 5 Ceramaide A3l 2|3k i o s
el WAeh= A v F-Asle] olEy] 1]H-<]
3} wfipo] vy,

A gl A= oA Aol Aliiste] AFNA <1
Aoz olEy IFEHPS fFHsIsE 4
Christophers®} Mrowietz” 5] WO 2 fEe 4
}.9] desqumatationS AA8F TR Minehiro £%'9)
HPH O & AHERXIA||] sodium dodecyl sulfate (SDS,
sodium lauryl sulfate)-S #Aiishe] MEEN IFEHS
AASIATE 21 A= Sudan black B $9412- 5%
AEEN IFE 540 W2t & ceramide s ©]-8-g+
HAZ2 3PS 53l ceramide X7 7HAE A
o= RIS 0|2 I3 ADffolA= ofEH]
s)Rde] g feEE e mekE sk
#TFHpruritic erythematous papules), 7k [z a5
(subacute skin lesion), #fllif2H A% E(apoptosis),
P ke BRI MEimmiie = e smst
ot} b YSEES ADR] HIsH AEE 1R
fro] SRl v Fo|Ae] B2 H szfito] 7hAshal,
e wWEAel gt 2E F G =
ool 7} AAE 9l em, lipid lamella®} lipid
body”} T d3HA E3E3}aL, SBA dwkg-o] ADEf
= g BT 7S AlEAte] FFtel A
ZsHAl YR, ceramide”} 214 A Alolell A
73 FINEE-S Kol 3o $EE o], YSHfol
PREEVE ik AIBE Sk il rast &
7} e o= PFEACE (M FEYE i
k= YSHfol AD#Fell vl atopy e 9 3YollA]
50.3% 72k 778+22.47N/ = FEFSITE. HIRhAIE
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= YSHfoll A ADFfol vlaf 22 7} A=A
w gy o] FE o] FUT

ADFfell A7l 953 9ol A 7leliA)=
o] 7] 2EHARRY ARl e 2
37 $13k ~Ed 2~ dulo) 3 S7RE fiesh,
o|& olal| & 4 vl A(Hsp)wo| e A=A &
o}, o] vhlAe] shuiel Hep 70 8744 ~Ed~
o oJg] FtAoz wAdH dd Sy} Agsle] o]
= 11 A3 S5S AW AEAl =
A= EYEfo|=o] At E93 MEd] o]F
e ZHToRA AEE HISh= molecular
chaperone & & 2Fgsl=d] Ao z= A¥2 Yo
AR 2EH 2T} 7HiAE ] A 529
2 olFsiH, 3]3H7]d oA TA] AlEZA R Eo}
7y, 238 Az} ADEfell vlal] YSFllA Hsp70 4
WA} 2HAE L0, o]k Hsp 709] YWks-
& SellA ZstAl YERsTE

kA 2S5 ceramidets W34 sphingosine
S AXA71aL, A4 sphingosinei= protein kinase
C(PKC)?] 84S oAkt olEs] 954 &
Aol i= 22 ceramide 74 918 PKC €43
o] frEXW o)== TH- AT 7|AFel A 9] AR
d 718 Yot ¥ Huel dxjshs Aike
1 Al veRstt) o] &P A=-2 nuclear
factor(NF)-kBe] Al 28-S -3, o]#sh
NF-kBe] Z4do] 7joj5S v §4d 5l 93t =
Zzgo] ZAATY”, {EIN 191 NF-BE A3
ol T-xBek= #il: #rEnhibitory protein)©]
F2te el = EAsttrt Af=o] @A [-xB7F ¥
oA UrhaA] Fall=, B2 dimer(RE p50-p65
heterodimer)7}  A|Z2Zel|A o=z o]5slo]
cytokine, cytokine receptor, cell adhesion molectle,
growth facter 52 W&ol Fofdl= FRke] (G
H& promoter) U H#i& enhancer) 2] kB siteol] A3+
o 2H AAE I, B AF A= ADE]
A NF-kB p50¢] 327} 4971452} X197l
A TS S7F FE Btk ADRF oz
ol HJ8l 491.5% 718k 12484139 / 200,000 pick
cell2 =31, YSHflA = ADRfl 13l 58.5%
7H5~3F 518438 / 200,000 pick cell@ ¥+ I

NF-«B p502] 248 TNF-a9} [L-12B 59] 9%
A cytokined] T T7HE Sl AEHES 71y
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B2 FEt} 20 B 8o 4] TNF-a Yuhs-2
ADffo] thztol| vlal 910.1% =713k 2707+185 /
200,000 pick cell= =1, ool vkl YSHE-
ADFfl B3l 77.8% 7343k 597443 / 200,000 pick
cell 2 A2} [L-12B YAHHSE ADffo] thx
ol W&} 763.3% =73l 1269+141 / 200,000 pick
cell2 ¥ a1, ol Hksl] YSHE A= ADRF
H]8l 74.4% 7343k 325421 / 200,000 pick cell= ¥
2ok

Tk CD28Ake] S7He #EE ST, CD28
signal®l] ]3] IL-2 mRNA g, T HX 52,
CD40 ligand®} CTLA-4 mRNA2] AFekz4o] veht
Al w3, IL-2, IFN-y, GM-CSF, TNF-a¢] @glo] =
Z¥abAl Eey?, B 234 CD28 urS-
JEo] thz=toll nisl 726.3% 713k 16361163 /
200,000 pick cell= =1, ool vkl YShel
A= ADE 13l 67.8% 743k 526429 / 200,000
pick cell® #HzH= Ik

A ST GSHEY] olFe HoEh=
CD11/18b%} MI3EA HAANAE A=l MEH
2712 [CAM-19] WZ71e g™, o
2ol o]gst ATHIM L] FYLe 2AELS
7157 AE Zglshe AR AlaEh
2 AR A ICAM-1 $dRk3-2 ADffo] tizwell
Hla}] 623.7% Z7F3F 2598196 / 200,000 pick cell =
HRE I, o]ol] kel YSEfol A= ADEEC] B3|
56.1% 743k 11414102 / 200000 pick cell= ##2x]
it CD11/18b dHk-g-2 ADffo] tz=atel H]
Y| 238.2% <75+ 301449 / 200000 pick cell= ¥z
=1, olell vl YSHfol A= ADEfl 13l 27.9%
73k 217428 / 200,000 pick cell2 #2= Stk

M CE s 2 7K 4 AadgA
of ofal) dofuf=dl, AA, 2+ 447482~ hormone,
cytokine £-¢] A% 3 Bel-2¢1 o) flfwst =4 2
HEFZ=golol|A] cytochrome C7F fre]=]o] Apaf-1
2dslol| 23t caspase 43}, 4, TNF, Fas 5 Al
yut] EAshs A 24 § feiAlE 59
caspase 233}, AA|, DNA </ % p53, ATM kinase
ol 9§ Mgt Frie 5ol ATk Bel-2, Bel-xL,
Bcl-w, EBV BHRF1, E1B19K 52 A ¥2] A&
(apoptosis antagonist)}e Hdsh=t WFlA, Bax, Bak,
Bim, Bil (Nbk), BAD, BID &2 A2 Al

o




FHs 9|

(apoptosis agonist)S- =3} 3 2130l apoptotic
RSO ADJfo] thztol HlE) 1739.0% &7}
3} 49474391 / 200,000 pick cell® T AL o]o]]
Wkl YSHfollA= ADEFol 13l 85% 7H4-gh 53684
/ 200,000 pick cellz 2=t} Bel-2 YIRS
ADffo] thztoll Bls) 60.3% 743+ 1780+191 /
200,000 pick cell= =1 o]of] Qi) YSfolA]
= ADEFN 13l 89% Z7}8F 8169+384 / 200,000
pick cellZ =Gl Bax Y/duke-2 ADffo]
Zol 18l 469.3% 5718k 39741245 / 200,000
pick cell2 #2931 oo vkl YSHfoll A= AD
Tefoll BI&l 71.8% 7HA3F 1119487 / 200,000 pick cell
=2 AT o] ZA, YShfllA] AlaEArdo] 7hAas
shaL, A3 AEe] Hofah= QIAEe] ST

o PN
S & ATk

7)) JZ0E anaphylaxis A G315 dolrr] $15),
& oA HFEA9] Evan blue X5 #2435
Az}, ADFfol| H)8l YSEES 84.2% 91A1E 710421 /
200,000 pick cellZ =] ]c),

Saphylococcus aureus=YS F124] 0.384H0.0012
unit/m¢ S1E] BI8), YS F55 10004H ]2 2]A]
11.8% 7F23F 0.335:0.0021 wnit/ml, 1008 EA41=Je]
Al 12.9% 7323} 0.3310.0014 unit/ml, 108] 341+
A 20.5% 7HA%F 0.302+0.0017 unit/mz 22
o], YS FEE tisl] = o]E40 AAA 4
3 Bl

ol ol piligiikiiol AW A4,
ceramide®] X5 SEA7]2L APAFS =8, o]
£ 53l 94 95 vk Ahdsto g vy
S AAA, 7154 FH do R 7IR1E ofEd]
gEedel dis] AZaH} S Aoz AEE=
A7y = 3, pillafokiyS 3 IgE &
A2 o SAY ko] ARl 555
2] 35 anaphylaxis ¥FH= JAIE o 2H 215 H
5ol oigh 44 95 A arukes A=
g S Ao AlgHL) o2 olEy] v
Ao At 4 FFA 90% o HaE He
2 R Saphviococcus aureusl) WS BRSO
o] A AAlleS AR Ay, T oEHel 7t
2 73%Fe B Saphyiococcus arensel] ©13F 57 1gE
o] A0 Jjalo] o}ET] )RS 918l
T 2% S Ao AlsHr)
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