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Effects of Yangkyuksanhawtang on the Allergic Contact Dermatitis

Se Wang Cho

Obijective : To study the effectiveness of Yangkyuksanhawiang against Allergic Contact Dermatitis

observed the change of cutaneous shape, histochemistry, Immunchistochemistry, and the

distribution of apoptotic cells.

materials and methods : | divided 4-month-old rats info three groups of 10, which are a
contrastive group of having applied Acetone olive oil only, ACD group to have intentionally activated
Allergic Contact Dermatitis by DNCB and YST group to give medication of Yangkyuksanhawiang
extract. And | observed each group of mice after 24, 48 and 72 hours.

results :

1.

With the result of Contact hypersensitivity assay, YST group shows appreciably less ear swelling
than ACD group.

. Comparing YST and ACD groups fo each other regarding general change of skin, YST group

shows less hyperplasia of epidermis, less migration of inflammatory cells and less damage of
epidermis than ACD group.

. Regarding the change of collagen fiber , ACD group has appeared to be low in number

ofcollagen fiber while YST shows similarity with the contrastive group.

. In dermis YST group has showed lower number of mastocyte than ACD group and is granulated

type.

. In dermis YST group has showed less MAC-1, IL-1 , IL-2R- «, ICAM-1 and VCAM-1 than

ACD group.

. The distribution of apoptotic cells has appeared littler in YST group than in ACD
. Among signal molecule of apoptosis Bel-2 has distributed more in YST group than ACD group

and Bax and Fas has distributed less in YST group than ACD group.
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1) 84

Telh 4% BALB/cAl 943 AASENEFEAE, )8 EHETLEERC
A 27dEt A7l 3 AT 20 g8 AFHE AEEE] AT Acetone®
olive oil¥F A3 WZ#E, dinitrochlorohenzene(o] 8 DNCB#F 5’) qE o
Allergyl: HffziE 2% FHiEke (olsh ACDRFelE} &), DNCB A&l ¥ Hhebikis
MHE $REEE (o]s) YSTEEoEE sho g et ol& oAl Allergytt BHERE
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s % T A0 Aol wetk 24, 48 elw 72008 ARAZACH, 7
o 107k wgSsih. g S ae S slal 24 Bl MEL 10
wh g stel Adsa

2) HiEo sgol RE

[FhEfUkEs (Table 1) 2HE 75 1000 meoll Wi 3A17HeeH RGSE &
Bt 2 ERS 9488 A7 ¥ rotary evaporatorZ FF3ITh 5
& BSEgstel FEE 1607 gf Ik RSB FEES YSTH
Allergytt BEBRE% F2 3 wjd 0.75 gked SARMSIAT Fhatkim
A FET § v} Zrhl)

2 2

Table 1. The Amount and Composition of Yangkyuksanhawtang Extract.

wEe | i

EHF Rehmanniae Radix 8.0
FEES Lonicera Japonica 8.0
EH Forsythiae Fructus 4.0
th¥eF Gardeniae Fructus 4.0
2o Menthae Herba 4.0
piiiss Anemarrhenae Rhizoma 4.0

B Gypsm Fibrosum 4.0
FIF+ Schizonepetae Herba 4.0
B Ledebouriellae Radix 4.0

Total Amount 44.0
2, 5k

1) DNCB =0 ofst Allergytt #mEMAS| Bfrdt B

Allergytt BEMFEXS F2sl7] 98] 2,4-DNCB(Sigma, USA)Z acetone
3 olive oil (4:1) EF-EN) 5%} 2.5%2 A3 g AME3AT}E 5% DNCB
25 WE WEE QLEZE RS HE 2 afdl &fiste] BIFAIATE BF ¥ 14
AA7} =g o ACDEH YSTHES AFIA 9% Hie 2.5% DNCB 4
& st Allergyht HEREEAS HFEAAT A d2Fd = DNCB/F =
TE A &2 acetone olive oil EFNE BAsIA T Allergyl: HEMEEE
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s el )% SNl B Fa ol TolA

2) MEAN njniuk2 SH(Contact Hypersensitivity Assay)
DNCB RfF ¥ ACDEES} YSTREIA R34 #el0s £3& A48 A8
AH LEF Ho| 2.5% DNCB 4uE &Aisto] Allergylt EfEEE RS &

KE HEARA
th Allergylt BMEZIE% FBI 24, 48 Il 72A70] LBE o] FAZ
dial thickness gage (Mltutoyo, JAPAN)Z =43 o2 ear swelling Bd4S

Fefol kel Aol vl WKk

3) RMARM: Bk BUE

Allergyltt #fE7iE% S & 24, 48 zglal 72M79 ZF B2 sodium
pentobarbital &0 2 wlHs & vascular rinse®t 10% 4 TETYHEY
(neutral buffered formalin : NBF) S 2 A&%#7 14 AAE%h DNCB #&4
FolellA] dofl wHE Ao 10% T4 r2uwgde] 24A0Ee 18 &
ZR0 o g paraffmoﬂ Fujalal 5 pm FAR ASEAS HENT THEC]

A AEEAL hematoxyline® eosin® & AMsle] FES A|2Fs)5icH

4) EBLEN 28

SHERESe] sl MERAIRES] et Bk stE BES] d Luna's
methodE B¢ ML s HAAESIT 4 5 m FAY dA5d9E
aldehyde fuchsin®] 30%7F 43t & Weigert's iron hematoxylin® methyl
orange §odl] ZHzb 18, 5% FoF HEYEISITh MEER #LE ZAEH] 9
A EES Wright £ 208 59+ Yfashs Wright staing Al &

gl A Yeh e mES S SEssich

FHAA T Agom BMLE BES] 984 Van  Gieson's  picric
acid-fuchsin $fS A|3813ic} -4 Weigert's iron hematoxylin®lA] 20% &
Qb $ast T2 Van Gieson's Yefuisiiol Al 587+ Geastqict.

5) REMESLBEN &e
I LA Gl proteolytic digestion A proteinase K (DAKO,

Denmark)E ARg&te] Gempts A Z o 1 A3 G REMEY om K
e #BbE 5 Y9 0“!6}7:” e = ATk
(1) BiEille

FEiae] Amel R #LE A7) flsiA Mac-1dl tidt dEEIAE
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o] &g FUEMIEIEN Bes AAETh 4 HHE proteinase KolA 5#
&< proteolysis HAES AR F JEERY ERES A s 10%
blocking serum ¢l normal rabbit serum (Vector Lab., USA)olA 1A17F &<t
b Az aela 1% @AY rat anti-mouse Mac-1 (CD11b/CD18
Serotec, UK)S 1:1002.2 #Eslol 229 humidified chamberd A 2447t &
oF BhSAIFHTE 28 o8 2% 3HAQl biotinylated rabbit anti-rat IgG (DAKO)
o} Ao A 4AZF FoF wkEAIZ]l £ avidin biotin complex (ABC : Vector)el] 1
AIZE B9 AEEieinh 549 Wi ez 0.0125% 3,3'-diaminobenzidine (DAB
© Sigma, USA)9} 0.01% hydrogen peroxide’} 3% 0.05 M tris-HCl $H5-&
4 (pH 7.414 WHAIZ & hematoxylin®. 2 HiER @] FHAvF oz &
et

(2) Cytokine

Cytokine®] #tE ZAFst7] 8] IL-18%} IL-2R-aol wist ©EEFAA
hamster anti-mouse IL-18 (Serotec)9} rat anti-mouse IL-2R-a (CD25R-a :
Pharmingen, USA)E o] 83 iFliibem e AAsslth AAEHES 9
AA 7|t FLe WS ARSIt

(3) fRiEpE LT

M E Do ot #eE AP 93] ICAM-13% VCAM-1°] digh 4=
EAQ rabbit anti-mouse ICAM-1 (CD54 : Serotec)$} rat anti-mouse
VCAM-1 (CD106 : Serotec)& ©]-§3 FEIILE HEs AT A
WHE felA Vet U WHES ARSIt

6) Apoptosis #4t &

apoptosis #2g 943 TUNEL #Pa 2sgatel oigh waelabin Qe
< APt

(1) TUNEL

Apoptotic #ES] A s ZAFH?] 98l in situ apoptosis detection kit
(Apoptag, Intergen, USA)E ©]&3% TUNEL (terminal deoxynucleotid
transaferase-mediated dUTP nick end-labelling)®r'8-S A&t WA ik
AHE proteinase K (20 pg/ml)dll 583 proteolysis 4171 thg equilibration
bufferol A 20&7F A3ty 18 & strength TdT enzyme (36 uf TdT
enzyme : 72 ud reaction buffer)& 28} 37C¢] humidified chamberolA] 1
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A|ZE Fer vkbeAlZ] 3 strength stop/wash bufferelA] 108 A% Hgsisich
Anti-digoxigenin-peroxidase®l] 1417} £t ukg- ’\1 71 & 0.05% DABE A gy
T} Methyl greeno. @ ¥fEgst & Felgnjgd o Baksigdct

(2) Apoptosis A EXL| BEFHEMILEN 2E

Apoptosis A ZEAHE] #BLE ZABH] YA Bel-2, Bax 18|31 Fas 59
gk SEEAQ rabbit anti-mouse Bcl-2 (Pharmingen), rabbit anti~mouse
Bax (Pharmingen) “12]31 hamster anti-mouse Fas (CD95 : Serotec)& o]-&3}
yikiaikalee i) %@Q AT AA % HolA 7t FdS 7He a
R LB G Sl

7) BMESHRL HEETIREE

e tE Ao x8% 93] Optimas 5.2 (Opuma Co.,USA)E o]&3t

W& (image analysis)& AASSIVE W& HT #HF+= Sigma Plot 4.0
(Sigma)e E%F student T test® HEMS AZs9id

. B #&

1. 254 g2 £3(Contact Hypersensitivity Assay)

¥ aceton & Olive oil S90S Befish HEEE Aol = o
25 7 FA 8ot 2877 Fob #atwlx) ok wbu ACDE I YSTH-S Hid

A v HEk ole 5 S7HE B9 (Table 2, Fig. 1)
4 ACDEEIIAM & Allergytt M ER 2 F 2441 7be] A3l S

2
[
Ear swelling 2

W 8% Aol FAE 44018 mB WEEY 368+10 mo] H& =719
s BT oldd FUhe 48A17tel HAE Wl 455+13 mo® HE
F2 Z7IE Hol: Aoz #AAHeY iy}t o]fd ZUME 724]7H0]
HAYS wo= 938 43949 mo 04-7} WAoHEe A4S B
of 8] Hghtel neiA e SotE ez Jetwd (Table 2, Fig 1.
T sk FEES TS YSTRE A@7izHser HiRt] wsiAe
Ao FAZE S/ Aow JeRgAT, ACDE] visidE AEE s W 7
TS A AFTIRE Bt AET F JUTHPLO.05). AllergyMt BRI g4 8 &
YSTHES] #He] S 2441700 41645 mm, 48A17Fl 428+10 um 28] 3 724]
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ol 40315 = SASSI} (Table 2, Fig. 1).
Table 2. The Inhibition FEffect of Ear Swelling in Mice administered

Yangkyuksanhawtang Extract after Allergic Contact Dermatitis
(ACD) Elicitation.

 Gow  Infation W e
CONTROL 37345 368410 370+ 8
ACD 3756 440%8 455413 43919
YST 375+5 41635+ 428+10%* 403x5*
unit : gm

M #+ SD : Mean * standard Deviation

CONTROL : Acetone & olive oil only treated mice
ACD : Allergic Contact Dermatitis elicitated mice

YST : Yangkyuksanhawtang extracts administered

mice after allergic contact dermatitis elicitation
* 1P < 0.05 compared with ACD.

The mean of ear swelling began to increase and reach a peak at hour-48 after
ACD elicitation. The ear swelling in mice treated with YST extract noticeably
decreased than ACD elicitated mice for experimental period and this inhibition
had probability in P<0.05 of student T test.

460 +

440

400 A

Ear thickness (um)

380 -

360

INt 24 48 72 Hrs
TIME

Fig. 1. The inhibition effect of ear swelling in mice administered YST
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extract after ACD elicitation. The mean of ear swelling began to
increase and reach a peak at hour-48 after ACD elicitation. The
ear swelling in mice treated with YST extract noticeably mitigated
than ACD elicitated mice for experimental period.

CONTROL : Acetone & olive oil only treated mice

ACD : Allergic Contact Dermatitis elicitated mice

YST : Yangkyuksanhawtang extracts administered mice after

allergic contact dermatitis elicitation

-{-: CONTROL
- . ACD
-O- : YST

2, RRY SEE WEE B

HER M= AAQ EE g AE71ee fAEA S 2y ACDE
YSTHS o2 ooz A= ¢4 ACDEiMW Allergytt BB/
F24X7bo] AREAS wf F& FH Rk ATHE rBe] 9% DNCB Eil?‘
A YehE ] AlREem, 48/\1 to] ARHAS e 2 A
7 b mefew #EHG 1 EM YA A 72417 ] HIAS EH
48A1Z R oFglElE Aoz Jelydth 9 YSTHIA veld 9183 il
% #{be ACDRFS AR Zd8ko = velstoy YSTRY s 4+ ACD
FEoE ¢etd oz #AHA

Table 3. The Change of Skin-Damage on YST Extarct administered Mice
after ACD Elicitation.

Cop. - bweles 0 4 8 B
CONTROL - - - -
ACD - + ++ +

YST - + + +

- ! negative, £ | trace, + ! moderate,++ : strong

CONTROL : Acetone & olive oil only treated mice

ACD : Allergic Contact Dermatitis elicitated mice

YST : Yangkyuksanhawtang extracts administered mice
after allergic contact dermatitis elicitation
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After ACD elicitation, the degree of erythema began to increase and reach a peak
at hour—48. The degree of erythema in mice treated with YST extract noticeably
soften than DNCB treated group for experimental period.

3. BiR dMe LNl miE B4t

Higrre A37Ibet KE e R gt dEEA FdTh ol wha
ACDHF YSTHES HfaRts 22 Allergylt MR S 5 A7) A3
of W& EFHEGS] Aolrt HEHA.

Allergy: Bl % 8 & ACDEFY BEMsANA Yehve (ks 48817
o l 7FF Agk Aow FFEUvE o]zt Wshs -4 RKkolA] MEIMEHNE
(keratinocyte)?] SBEE (hyperplasia) .2 18t fzE AulEael F43 7}
(Fig. 2), &K )‘:ﬁa‘ﬂ Bl Bzl Bpckke] Astel d¥® ¥eE HAs
(infiltration)8h= HET9] F7P7F FAHAT (Fig. 4 ). =8 aIifEs KERF A
olef A %9 4\—4“’& Aeh EH MEAAbelFre] FAgE LEHe] 7kt
M ZAPolE L intercellular space)2] &do] #AE AT (Fig. 3). $HA FEZE E
feell M sERBNES] DNCB =x5-9129 Bf(migration) $7Fet 3 &7}
7t #FEAT (Fig. 4, 5). oJ8 8 #{bE 72A170] HAE W g3 o=
HEEA S YSTHIAM Y gt ACDE Y AR A4S Helou,
kA o7 DNCBel ofek Allergytt #MfE o] ofstd FFoE vEsT &
3 olfeh iE A% HEe Fsle 48417k RE BolA & UERstedl ACD
FFET RS @R W, A&dhs 9X79 49 W, K B R
B 1e)i AEAlelE7re 38 Fo] #AHUH (Fig. 6). =8 B
SOERERTIES] H& WS darY WA ER1EAT (Fig. 6).

]
v

4. Bl EM2 HERy 84

1) BRA Edmmieel maEst 4% 21t
HIRRES AYIbEet L MM IDmRe kst o4 #rh $EEA

1ok
& AA

ACDﬁOﬂH eI RS o by AllergyM BEZE SR E $ Al
ko] ATESE FTEE B 7 Zokebs Ao® BEAHYT (Fig. 7), B
#4 Fel(degranulated type)$t #4H Hel(granulated type)®] F7H FHEE
etk cElan 9 Fele EiTE 53] 48A17elA] wel #EEE Zlow

o)



ERRRLAGRO0L Allergytt BB A X0 DIXE ¥

=RELER

YSTREE ACDRERH 2ol Allergylt BEBRE% % 5 A2re] Z3el me 3
AL SAGUAT ACDRETE He 49T (Fig. 8). 58] YSTRIAE
93ie Aelel e Z@o] ACDRRTH: Aglth

2) ERR L& £ 21t

HIRRES A7\ 7Heet BF s mE s mRe

ACDEf A Allergyt #flfEE4% +
J,].;Lgo%c\:q ;dﬁo] =2 %,Jr_q =8
o] Hegso]l W& 7t ARl gl #
t} ol st gMLE 48X7tlA FEERl Ao #aEdoh

YSTR A= ACDE R A2 8k =, A 40| 22 4
W 1 X ACDEf Bls) Ad oz gisgdvr (Fig. 10).

rlo
g
)
o
N
e
e
itk
i
32
o

3 KA SoiAMT 2% B4t

HiERS AR 7HEe F AN ZeAdae o Bt SHEEA 3

ACDEfNA Allergylt #MERE2R 53 & E5M BElolA 200 AR 5
i W7t BAEAG (Fig. 11). 53] o] IHAMFEELAGNME FeddH171
B2 ZAEH T YA

YSTHfoN M= #HERE SAeE SebdAd w9 o7 #2EAT (Fig. 12).

5. K2l REEELPsn 8¢

1) REMIEe B4t

LIRS 87t 41E A Mac-1 BMERIEMIES] oA 87 3
=2 &gkt

ACDEfI M= Allergytt BEE% R84 F Mac-1 BHREMES B
HzFLEEe) Ao aaRlolA v BT (Table 4, Fig. 13, 14). ¥4
YSTRES $ERre] vl Btk fEmiae]l 7 A, 52 AuEe a5
A #FEEAT} (Table 4, Fig. 15).

2) CytokineS| &4t
RS AF7IEet KE M [L-18 BYEREMRS o 87 B2y

A skt ACDRfIA = Allergyt: #EERER HL F IL-1B8 BRI
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WM B A oA o #EHQI (Table 4, Fig. 16). 53] 23 5k
RHES Hole & MRES 7HA BHREMEE T2 BEEflel fshsich v
Hel YSTEES B KIEMIES 771 gl vls) Aglen, BEIEAME
YR FEM 0] ¥t} (Table 4, Fig. 17).

WEEES A3 7|7Heet i MW IL-2R-a BB IEMIRS] o #brt &3
=2 gtk ACDEClME Allergytt EMEE4% 2 & Hizol 2fidhe
IL-2R-a PRt MY BiaRolA o Bty 53] A R FRE
TRlol| fishs gl e PRt REMael A St PR IES RO (Table
4, Fig. 18). ¥kl YSTHfel A= ACDRfol w3 Bt Efiae] = AL, okt
P S HEMES BT (Table 4, Fig. 19).

3) MiskES T B4t

HHgEES A9 7|7Hsot g R ICAM-1 PRk eI o B 3
A Fodth ACDEfI A= Allergyl: BfERE % L F WY Hi da=
WAl W o) [CAM-1 B FEMiEZY ST} (Table 4, Fig. 20). ool
Hksl) YSTHfoI A= ACDRER T 42 59 ICAM-1 Rt et Fize] da=
Ho A TEE AT (Table 4, Fig. 21).

VRS A7I7bEet E N VCAM-1 PR IEMIES] o4 ot &
ZE2 gkokth. ACDRfOlA = AllergyMt #MEEE% 3 & VCAM-1 BBHERHE
M Harrel A Bzl oA th Yeludtt (Table 4, Fig. 22). ¥
of YSTH#IME U5 EolAd A& 471 #25AT (Table 4, Fig. 23).

Table 4. The Image Analysis of Immunohistochemistry in Skin elicitated ACD

L coumg s e
Antibody —— -~ - - -
_ paticle  intensty ~ partce

intensiy  paricle intensity

Méc-l 342412 134.4+24.3 7305+ 54 123.44£23.9 1049423+ 126.6£27.2
IL-1p 532111 136.2%13.5 2982+ 32 125.3%£24.5 1511412+ 134.6+23.9
IL-2R-a 1745342 131.5%12.9 22440+£356 115.3+26.6 8717424+ 127.4+21.2
ICAM-1 124358 135.74£24.8 127244213 121.6%£24.6 6849145« 127.9422.0

VCAM-1 453£12 134.6+13.2 3678+ 59 122.1£25.5 1254434« 131.1+19.9

(analysis for 200000 particles / range of intensity : 50 ~ 150)
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M £ S.D : Mean * Standard Deviation

CONTROL : Acetone & olive oil only treated mice

ACD : Allergic Contact Dermatitis elicitated mice

YST @ Yangkyuksanhawtang extracts administered
mice after allergic contact dermatitis elicitation

Mac-1 : Macrophage-1

IL~1B : Interleukin—1p

IL-2R-a : Interleukin-2R-a

ICAM-1 ! Intercellurar Adhension Molecule-1

VCAM-1 : Vascular Adhension Molecule-1

* 1 P < 0,05 compared with ACD.

6. ®<l #MpEigis(apoptosis) #iL

1) E5 RS 4% 21t
HIRRES Ag7|zbEel E AsN el oAn ot BEER] ekskd
AMlergytt MBI % 2 & HEMIARE ACDERS] #iet Bl Y o
shoitt (Table 5, Fig. 24). ARG FRet: it iEe] Svhe AAHS R H
Fog vrepstar, BNel Al 723 BEE S Roth (Fig. 25). YSTHIA= #
fprel] wa EEel FEolA BRI S22k H9ch (Table 5, Fig. 26). ©l
g Wb K e B el SO Rl A & #AH

2) WmpEE MSEXIS gk

HWIBH S A7 7Hst LE AN Bel-2 PSR ERIS] o Bt SEH
A gkokth Allergytt #EEELE S 8 £ Bel-2 B MEME B gl
I AistATE ACDRFRURE YSTHEOIA Btk i rERIfrE o ol #2=[let (Table
5, Fig. 27, 28).

HIEHS AE7Eet E AN Bax—2 MBHENEME oM 8ot 3
A urh Allergytt BEIEA F2 & Bax MM REME ACDRES Hi
AR Gol| A thE B2 om (Table 5, Fig. 29), 7k B RES B whd
of YSTHeIN« I EMiae] 471 BiEHtel nls] A3l (Table 5, Fig. 30).

PHIEH S A7 Hsot R MY Bax-2 B KEME o4 ot
HEHA Fuh Allergytt #BEEA F0 F ACDES EEFEAAN B
9] Fas (G IEMEZT A2EAT (Table 5, Fig. 31). 45 oMY &% 5
Holl e o3l gt RAEMS Btk Wb YSTHOIA = HRERUE 48 49

1
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oFsl [EM HEMS B ITH (Table 5, Fig.

A

Pt KIERENZ AEE] o, R
32).

Table 5. The image Analysis of Apoptosis in Skin elicitated ACD.

s CONTROL ACD oo
ANDOGY e
- fparticte intensity pariicle . dinfensity partiicyie, - m,te{}si{y_;

TUNEL  532%19 137.4+426.2 2567+£34 127.5+22.3 1017£25+ 132.9+194
Bel-2  1762%45 131.5%127 1057437 129.9+21.4 3123431 120.3+26.4
Bax 995132 129.5%£21.5 3575%76 117.9426.1 2012126+ 124.2+24.38

fas 675+£23 136.4£20.5 9193+84 127.6+21.3 995£67+ 127.5+21.0

(analysis for 250000 particles / range of intensity : 50 - 150)

M £ S.D : Mean * Standard Deviation

CONTROL : Acetone & olive oil only treated mice

ACD : Allergic Contact Dermatitis elicitated mice

YST : Yangkyuksanhawtang extracts administered
mice after allergic contact dermatitis elicitation

TUNEL : Terminal Deoxynucleotid

Transaferase-mediated dUTP Nick End-Labelling

* . P < 0.05 compared with ACD.

V. Legends for Figures

Fig. 2. The morphology of skin from mice at 48 hours after allergic contact
dermatitis (ACD) elicitated by DNCB re-exposure. The hyperplasia in
epidermis (EP) and infiltration of inflammatory cells in the dermis
(DE) are noticed. H&E. x100.

Fig. 3. The morphology of skin from mice at 48 hours after ACD elicitation.
The epithelial cells (arrow) show signs of damage including
shrinkage of nucleus. H&E. x400.

Fig. 4. The morphology of skin from mice at 48 hours after ACD elicitation.
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Fig. 10.

Fig. 11.

Fig.

12.

RG0! Allergylt EBRERON DIXlE 22

Many RBC (arrow) are infiltrated in the areas between epidermis and
dermis. H&E. x400.

. The morphology of skin from mice at 48 hours after ACD elicitation.

The numerical increase of inflammatory cells are infiltrated in the
dermis. H&E. x400.

. The morphology of skin from vangkyuksanhawtang (YST)

administered mice at 48 hours after ACD elicitation. Not only the
degree of hyperplasia in the epidermis, but also the number of
inflammatory cells infiltrated in the dermis are decreased when
compared to Fig. 2. H&E. x200.

. The morphology of skin from mice at 48 hours after ACD. The mast

cells in dermis is seen. The morphology of 2 types mast cells. The
degranulated type mast cells (vacant arrow head) and granulated

type mast cells (arrow) are seen in dermis. Luna's method. xX200.

. The morphology of skin from YST administered mice at 48 hours

after ACD. The number of mast cells is decreased. Luna's method.
x200.

The morphology of skin from mice at 48 hours after ACD elicitation.
The many newly formed blood vessels (arrow) are observed.
Wright's stain. X200.

The morphology of skin from YST administered mice at 48 hours
after ACD. The number of capillaries diminished. Wright's stain.
*200.

The morphology of skin from mice at 48 hours after ACD elicitation.
The broad newly area of coliagen fiber (arrow) vacanted dermis
(asterisk) are observed. Van Gieson's picric acid-fuchsin stain.
x200.

The morphology of skin from YST administered mice at 48 hours
after ACD. The collagen fiber vacanted area are diminished. Van

Gieson's picric acid-fuchsin stain. %200.
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Fig. 13.

Fig. 14.

Fig. 15.

Fig. 16.

Fig. 17.
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Fig. 2-12

The immunohistochemical stain for Mac-1 in dermis of mice at 48
hours after ACD elicitation. The Mac-1 positive cells (arrow) are
seen. xX200.

The magnification of Mac-1 positive cells. X400.

The immunchistochemical stain for Mac-1 in dermis of YST
administered mice at 48 hours after ACD elicitation. The numerical
decrease of Mac~1 positive cells in dermis is observed. X200.

The immunohistochemical stain for IL-18 in dermis of mice at 48
hours after ACD elicitation. The IL-18 positive cells (arrow) are
seen. X200.

The immunochistochemical stain for I[L-1B in dermis of YST
administered mice at 48 hours after ACD elicitation. The numerical
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decrease of IL-1B positive cells in dermis is seen. X200.

Fig. 18. The immunohistochemical stain for IL-2R-a in dermis of mice at 48
hours after ACD elicitation. The IL-2R-a positive cells (arrow) are
seen. X200.

Fig. 19. The immunohistochemical stain for IL-2R-a in dermis of YST
administered mice at 48 hours after ACD elicitation. The numerical
decrease of IL-2R-a positive cells in dermis is seen. X200.

Fig. 20. The immunohistochemical stain for ICAM-1 in dermis of mice at 48
hours after ACD elicitation. The ICAM-1 positive cells (arrow) are
seen. X200.

Fig. 21. The immunohistochemical stain for ICAM-1 in dermis of YST
administered mice at 48 hours after ACD elicitation. The numerical
decrease of ICAM-1 positive cells in dermis is seen. X200.

Fig. 13-21

31



Has
[Ny

KJK

b
O
IDA

2|88
1(1) 2005

Fig. 22. The immunohistochemical stain for VCAM-1 in dermis of mice at 48

Fig.

Fig.

Fig.

Fig.

Fig.

Fig.

Fig.

Fig.

Fig.

Fig.
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23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

hours after ACD elicitation. The VCAM-1 positive cells (arrow) are
seen. X200.

The immunohistochemical stain for VCAM-1 in dermis of YST
administered mice at 48 hours after ACD elicitation. The numerical
decrease of VCAM-1 positive cells in dermis is seen. X200.

The apoptotic cells (arrow) are seen in the epidermis from mice at
48 hours after ACD elicitation. TUNEL method. x200.

The magnification of Fig. 24. TUNEL method. *<400.

The numerical decrease of apoptotic cells cells in dermis from YST
administered mice at 48 hours after ACD elicitation. TUNEL method.
x200.

The Bcl-2 positive cells (arrow) in dermis from mice at 48 hours
after ACD elicitation. X200.

The numerical increase of Bcl-2 positive cells in dermis from YST
administered mice at 48 hours after ACD elicitation. <200,

The Bax positive cells (arrow) in dermis from mice at 48 hours after
ACD elicitation. ><200.

The numerical decrease of Bax positive cells in dermis from YST
administered mice at 48 hours after ACD elicitation. X200.

The Fas positive cells (arrow) in dermis from mice at 48 hours after
ACD elicitation. <200.

The numerical decrease of Fas positive cells in dermis from YST
administered mice at 48 hours after ACD elicitation. X200.
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