o} 5 3] 9] 3 Q1 ol 4] 7F2 8 A A .9
Thymic Stromal

[Lymphopoietin %3l

o] /q] q] [l q] 511.?_

o] } 8} 3}



o} 3] 3 5 o] A 7HA 8 A E 9
Thymic Stromal

[Lymphopoietin %3l

AAM et sty

o] )-8t 3}



o}t 9] 3] -G ol 4] 7} @A A 9]

Thymic Stromal

[Lymphopoietin %3l

A& o] F &

=1
al

o] =E-S AAlEte] =R O 7 A3

2005 6 ¢ A

AA e et
o] )-8t 3}

~——

A T



eRF O MAb SeER e AFT

AALS ol
AALS ol
AALS ol

A sty sk

200564 649



2 A sl A

T =
'}T?ﬂ'

1744 o

s

g

| = e
2 =5 ¢

Tor

B
N

—_—
fi%e)

T
B

12 A =5y

AF7HA & A B o R Ao XA B FA]AL

=Yy

ARl &



A| e

R P oD

of .
of Em
g

M

II. A=

A
2RI B R D R

1.
il

I
g o] A

9
9
10
11
13

D oﬂ A]-O]E?]-?_] ;‘qa

B

9. Western blot 7,1?__@]

L A9 90245} obm ] 3] $Ake] ujgw v x,

13
13

2. Afol BT} A %]

;OL

TSLP

15
w7

3) TSLP mRNAQ RT-PCR iZﬂ

B

e
X
%4
gl
in

B

17

N
B
>

—

T

=

o
g

:A_u

ol
o3
ad

pace)



SRR FRENLE R R R R T D
01]/\194 TSLP HFE] o 13

9% 2. A )79 obE w3y
Z

2H 4 Wgs AAGGAE IL-4, TNF-«a, TGF-8,
TSLP 23 0] WO EE A7 e 17



sz

OIE || H0A] ZEEHMMEZL] thymic stromal
lymphopoietin &8

Thymic stromal lymphopoietin (TSLP)2 IL—-73 A
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o yFxZ ofEddRY ghAte] vPEH yF 2 gl
W g B xR o A TSLP Wd& ##317] 184 sheep polyclonal
anti—human TSLP &AE o]&ste] W23}t NS &qlth
O.C.Te &7 %AE 8um =72 TAAAS}] saline coating
Zefo] Tof BE2AIZ] v ofA|E A 307 117 3kal phosphate
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& 5% normal goat serum®E 20% =<k A3 S 5%
bovine serum= 7}t PBSe] 1:200°0.% 3A3 sheep
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polyclonal anti—human TSLP (R&D Biotechnology,
Minneapolis, MN, USA) &-Aof] A2ox 2A17F HES-A|H T &2}
o|EE PBSZ 33] AZ st t}S peroxidase—conjugated rabbit



anti—sheep IgG antibody (R&D Biotechnology, Minneapolis,
MN, USA)°] 30% &9 wksA|Z Tt tA] PBSZE 33 Az sho]
ACE (3—amino—9—ethylcarbazole) £dox wWAAZ T}S

count FMS Al 3t 80% glycerols "ojdl & B39t}
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ofed | H-o Sxtel A ARz AHS AT ¥ £HS AF
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o A9T= AA F AFHEAS wE0] 100mm wjFFel] Far
5 mle 0.5% trypsin (Sigma Chemical Co., St. Louis, MO,
USA) & N& 7kste] 37°CellA 1AIRF A5 & 2955 & st
o171 0.5 mle] fetal bovine serum (FBS, Hyclone, Logan,
UT, USA)& #H7Fste] trypsing F3AIAT ol& 1~2¥3F A%
a3l A 2oA] ok 377 vFx]Ete] FAAHS H
AAlze AEtdAlErE A7 2 A Fadus F8k
bovine pituitary extract (BPE), human endothelial growth
factor (EGF), insulin, 5% fetal bovine serum (FBS),
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(Cambrex, Walkersville, MA, USA) & AMg-3te] 37T, COx &2
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s 7t AP Ho R BFEth BSA-PBSE #A3] 348 & A3}
A2 & TSLP polyclonal antibody (R&D Biotechnology,
Minneapolis, MN, USA) £, o]z} &A=& FITC—conjugated rabbit
anti—sheep IgG (R&D Biotechnology, Minneapolis, MN, USA)
£ ARgste] S FACSE Aldetaint Alxd o2 =4 vk
O 7HE AXYE 33 $ PERM solution (Sigma, St. louis, MO,
USA) <& 500 p1# F7Fste] 2] kAol 103 A2 skl of
2] 7HA AtolEFRRl HEits Al el #5383 0.5%2] BSA7H
¥ PBSE A 45| A8 AAFAE 2 Al e 10 pl ¥ F
A& Fold 3023F ®WESAI7IAL, BSA-PBSZ 33 AlH F,
BSA-PBSE ©]§3le] 1:200.% 84 o|AdA &
SA AT BSA-PBS® t}A] 33] A& 3t & fluorescence activating
cell sorter (FACStar, Becton—Dickinson, Lincoln, NJ, USA) &
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bromophenol blue #]A]eko] vjeto] w7k 2] A7) 5
o 71953t geloll Al running gel $+7F 2|3 3 transfe
@& %o nitrocellulose (NC) membrane®} thick paperE A
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solution, Bio—Rad Laboratories, Hercules, CA, USA)¢]
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Biotechnology, Minneapolis, MN, USA)E 200 pg/mle sE= 3
A sle] 74skal 60F A= HESAIFH T TBS—T ¢ o2 554 33]
A% A A £ blocking €Fde] 1:20000.%2 At
FITC—conjugated rabbit anti—sheep IgG (R&D Biotechnology,
= o|xF FAE o] HIEEE F 601 W
How HwH 33 WHEsA AL 5 3.3
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ol 7
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10. RT-PCR
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2) First strand cDNA #4: 23 & RNA 2 pgO = HE Ist
strand ¢cDNA synthesis kit for RT-PCR (AMYV) (Boehringer
Mannheim Co., Indianapolis, IN, USA) ¥} GeneAmp PCR system
9600 (Perkin Elmer Corp., Branchburg, NJ, USA)S ©]&3}¢]
cDNAE A|Z38}3It}. First strand cDNA2] A 55 &47] 93|
A E w-eAFE 10 xl, Taq polymerase (Takara Shuzo Co.,
Shiga, Japan) 0.5U%2} human beta actin primers (sense primer:
5'—=GTGGGGCGCCCCAGGCACCA—-3', antisense primer:
5'-CTCCTTAATGTCACGCACGATTTC-3Y%E 717 20 pmole
AN E3k3Ete] PCRE Ald3tdtt. PCRE GeneAmp PCR systerm
9600= °]&3to] 95°CellA] 53 HE-&AIZ1 §- 94°CellA] 30%, 60°C
oA 30%, 72°CollA 30%E 233] Alstar 72°ColA 1021t WES
A ATE PCR 4HE 10 11E 2% agarose gelol A 7] 535 & 238
bpe] ME2 FF& glstiltt.

3) TSLP primerE ©]& 3t PCR: TSLP primerE ©]-&3}o], 94°Cejl
A 5, 60°CellA] 4532E 353] AldskaL 72°CellA 1023t RE-&AI3

t} PCR AHE 15 plE 2% agarose gelollA A7]9 53 & wi= &
5 BEsgl .
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Aol EFRRIE A A A 9 ZAAPAIME L IL-4, TNF-«,
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) o] IL—4, TNF- ¢, TGF— 8, KGF A
A& TSLP #do] A9 &% 427, IL-4(c), TNF-a (d), TGF- 4
(e), KGF (D& At A FA M Lo @uld o FE3ko] TSLP2
s dEst A3 Aol E7RRIS M ehA] &> AP AE (D) 2
2pol & HolA 9kttt (a: A thE recombinant human TSLP,

R&D biotechnology, Minneapolis, MN, USA)

3) TSLP mRNA9 RT-PCR 274
ALO|ETFQIE A XA b2 ZAFAAE W [L—-4, TNF—a,
TGF— 3, KGFS 16A|17F A =3t Z+a & A A Lol -] RT—-PCRS A3



St A3} Afo] EFFlS A RehA] e 3k A2l 32 Zol= fUS
(19 5).

9 5.weFe ZHA A M Eof| IL-4, TNF— e, TGF— 8, KGF # %]
% TSLP mRNA 2&#9] RT-PCR £7. RT-PCRS %3] TSLP
mRNAS] &S vlwst A¥}, Afo|EFFIES A2 sk 2t AP A M o}
APl ETFRI & A A eFA] b2 22 @A A £ ZFoll TSLP mRNA 2@
o zpo]7F T A ¢kttt ATSLP, B: beta actin (a: 4%
T, b IL—4, c: TNF— @, d: TGF— 3, e: KGF)
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Abstract

Expression of TSLP in keratinocytes of
atopic dermatitis patients and normal controls

Wu Wen Hao

Department of Medical Science
The Graduate School, Yonser University

(Directed by Professor Kwang Hoon Lee)

Human thymic stromal lymphopoietin (TSLP) is a novel
IL—"7—-like cytokine produced by human epithelial, stromal, and
mast cells. TSLP—activated human dendritic cells produce
ThZ2—attracting chemokines such as TARC and MDC but not
IL-12. TSLP-—activated human dendritic cells induce the
generation of CD4+ Th cells with a pro—allergic phenotype and
also induce the differentiation of CD8+T cells into IL—5 and
IL—13 producing cytolytic effector cells. It has been reported
that TSLP is highly expressed in the lesional keratinocytes of
atopic dermatitis but not in the non—lesional keratinocytes of
atopic dermatitis or other types of disease with skin
inflammation. Our study to verified the differential expression
of TSLP in keratinocytes among lesional and, non-—lesional
sites of atopic dermatitis compared to a normal control group.
We also observed the expression of TSLP in keratinocytes
treated with various cytokines. Our study showed that TSLP is

expressed in the keratinocytes of all subjects: the normal
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control group, and the lesional and non—lesional sites of atopic
dermatitis patients. However, TSLP was expressed more
highly in the lesional keratinocytes of atopic dermatitis than in
the non—lesional and normal keratinocytes using a confocal
laser microscopy and immunohistochemistry methods. TSLP
expressions did not differ among cultured keratinocytes treated
with IL—4, TNF—a, TGF— and KGF. The regulating factor of
TSLP in atopic dermatitis remains to be found by using primary

cultured human keratinocytes.

Key Words : atopic dermatitis, keratinocyte, thymic stromal
lymphopoietin
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