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[0085]

Ty
0%

Al SEH)

hyA
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1) HIREA

[0086]

5

bol Abg:

S

g o

th. 10% heat-inactivated FBS(feta bovine serum)(Gibco BRL, USA)¥} 1% B)|UA#H(penicillin) @ ~EHNE

wlo] Al (streptomycin; Gibco BRL, USA)S 333k DMEM(Dulbecco modified eagle medium)(Gibco BRL, USA) uf

=]
T

ATCCAF(Manassas, VA, USA)=

(rat basophilic leukemia cell line, RBL-2H3)&

hyA
s i

H] WhA]

[0087]

= 3z
= 1

= 10% FBS

3L
i

H] A

bl st

S

Foll A o

S

37C, 5% CO, =4
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s iy

Al
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IE
=

oA Al
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ol
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[0088]

[0089]

[0090]

[0091]

[0092]

[0093]

SS=50dl 10-2160868

M
N

k3l DMEMel] SEAZ] & 6 4 Z#o]E(well plate; Corning, USA)ol 1x10° cells/mle] A¥F7 H ==
sh&ict.

71 % anti DNP(dinitrophenyl)-IgE(30 ng/ml)&E 7F2Fatar 37°C, 5% C0, 2AFH|o Bl A 24417 ¢t v sl

32

b3

t}. PBS(phosphate buffered saline)® 23] A& 3 t}L DNP-HSA(dinitrophenylated human serum albumin; 10
pg/mhDE 4A7F 5 A Fste] AAukES Frskirk. S =dlQl(Nonane)oll gt o}Ed /N asS H7lsh
7] 9l anti DNP(dinitrophenyl)-IgES = g]ale] 24A1%F vjekst BlwkA|Eo] w=ud¢l 100 pME A glste] 147
T e vhe DNP-HSAR WS K=, A A9 Ul At $dg A =y
ol thAl DMSOZ, FANEAES] % =l thal etg 28 %2 (Tacrolimus) 10 pMZ A g]dte] 147+ &9 vy
=3

o T DNP-HSAZ W jre-S FEav,
2) ZAHAAE A EnF
Z}AH A A E (human  keratinocyte cell line, HaCaT)¥ ATCCAF(Manassas, VA, USA)ZHE  Fufd}e]

Abgakdnh. MES] WiFS 915ke] 10% FBS(fetal bovine serum)$} A7} o9l DMEM Hj kS A}-8-31%]
o wlF 871 75T-Zek2A(flask) ok 6 4 ZHO|EE AREEI o™ 5% (0, 7F FHEHE 37C wiYFTlel A i
Fareitt. mMgde 3~adniry wgs| Fu Axrt AustA FAERAE W Aoed sglvk. 5% HaCal
ﬂz@xw7m1 2 24417 wjFst ¥ PBSE A FHeH T, ZEFAAM X HUESS FE=5H7] 9§ FBSE ¥
A ¢k2 DMEM ®i=]ell TNF-a (tumor necrosis factor-a)(10 ng/ml) % IFN-y (interferon gamma)(10 ng/ml)E
A Aelste] 24 A 7hEt wESETE. olwf =uQle] og Wwt-g JHEsE Hrter]l A8 =ulQl 100 n
S Al Hgstd o, AdAEe] A9 =l Al DSOS, FAUEAES] AF vl diil B AR
22 10 uME "I FEEAY Ao Hsta 24417 5 wjgatiTt.

o
olo

[xs

T

3) EfZE W (Trizol method)S ©]&3F RNA #2] 2 real-time PCR (quantitative reverse-transcription

polymerase chain reacion)

p

A

HA-ES gt HwhAxze] FSdE AASE F 1 nle EFEE €a 2
(chloroform)S ¥ 10%7F E€2 (vortexing)3tal 5,000 rpmollA 1087 4]

ol olAZ R & (isopropanol) S E§ate] 5o F3lth. 13,000 rpmell A 2583 4]
Astar A= (pellet)S DEPC(diethyl pyrocarbonate)-DW 201 1ol mo] -20Co]| ®H AT A3 A3}
t}. RT-PCRS one-step RT-PCR PreMixkit(iNtRON Biotechnology, Korea)Z& A}&3}e] 45To|A 308, 94T
5837F WESAIZl 3 94Col A 30%37F WA (denaturation) A1 713, 55TCelA 30%3F o]'d ¥ (annealing) A7) ,
72Co A 183 A (extension)Al7]= AFolE (cycle)S 323 WHESE H |, vpx]u A% (extension)<> 72°ColA
5%%F 4~33slar PiQ SYBR green supermix (Bio—Rad)$} CFX Connect™ Real-Time PCR Detection System (Bio-
Rad)& AH&3te] A=A PRE a3t on, ol AMEE =Zzto]w X &d(primer sequence)> [ 1o A
upe} e},

L
of
N
rot
ot
iy
feu
f
H

2032 2 o du

L
oo

T

Z 1
RT-PCRol| A}&-% Zejo]m] Al
Gene description Primers Sequences (5'—3") Anneal ing PCR
temperature product
(C) (bp)
IL-4 F CAGGGTGCTTCGCAAATTTTAC 55 104
R ACCGAGAACCCCAGACTTGTT
IL-13 F GGTGGCCTCACCTCCCCAAG 60 234
R GATGACACTGCAGTTGGAGATGCTG
TNF-a F CAGCCGATTTGCCACTTCATA 60 168
R TCCTTAGGGCAAGGGCTCTT
IL-18 F TTACAGTGGCAATGAGGATGA 57 250
R TGTAGTGGTGGTCGGAGATT
IL-6 F CCTGAGAAAGGAGACATGTAACAAGA 58 460
R TGGAAGGTTCAGGTTGTTTTCTG
IL-8 F CTGGCCGTGGCTCTCTTG 65 292
R TTAGCACTCCTTGGCAAAACTG
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[0094]
[0095]

[0096]

[0097]

[0098]

[0099]

[0100]
[0101]
[0102]
[0103]
[0104]
[0105]
[0106]
[0107]
[0108]
[0109]
[0110]
[0111]
[0112]
[0113]
[0114]
[0115]
[0116]
[0117]
[0118]

[0119]

S=50dl 10-2160868

B-actin F ACCGTGAAAAGATGACCCAG 60 619
R TGTCAGCTGTGGTGGTGAAG

1-2. Ag4ds}
1) RINEA|Zo| A AZA Alo|EFFel HA W3}

anti DNP(dinitrophenyl)-IgE® 7Z+#alar DNP-HSAZ Wolwk$

AT AIEZAQAA IL-4, IL-13 2 INF-a 9  #do]  {
DNP(dinitrophenyl)-IgE % DNP-HSAo| 2]3F WIuFSS FEdbdA el =
WA o2 Q3 F7te AT AFlEFRJI(IL-4, 1L-13 ¥ TNF-a)9] &d
1.

2) A MEANA ] AF Al EFRQI B4 ®is)

INF-a % IFN-y 2 "gRkgS A7 gizAXels A4 423 dAx vs) 54 AlelE7kIQl IL-
18, IL-6 ¥ 1L-89] Wdo] fojdoz Freieith. &3, TNF-a 2 IFN-y I A =9l =+ Az i
E A AAFAAAEA A A7, "ukEoz Q3] FUtE dFAA AO]EFJI(IL-18, IL-6 R IL-8)9
o] BT FosiA HAHATHE 2).

<1-1> AkA| 9] A=
=y|el 20 mg

F993=E 100 mg

d71e] AEEs EFsta 7| xdd s AAE Axslt.

<1-3> FAA 9 A=
vl 10 mg
nAJAERZ 3 mg
s 14.8 mg
2HolE A4 0.2 mg
A7 AES £
<1-4> FAMA| ¢ A=

w=ylel 10 mg
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[0120]
[0121]
[0122]
[0123]
[0124]
[0125]
[0126]
[0127]
[0128]
[0129]

[0130]

[0131]
[0132]
[0133]
[0134]
[0135]
[0136]

[0137]

[0138]

[0139]

[0140]

[0141]
[0142]
[0143]
[0144]
[0145]
[0146]
[0147]
[0148]
[0149]
[0150]
[0151]
[0152]

[0153]

470 JEe EFS F, B FAAIY Axy

i

<1-5> AA9 A%
vl 10 mg
°]’d3}d 10 mg
T E 5 mg

A5 A

e A%
AN AR B Azel wEk AAel 24zt
A5 7hske] A 100mLE ZH3 F HFAlA 2

[Aze] 2] AZAEFY A=
<2-1> AZEEAFY Ax
=4l 10 mg

HIEY] EFE A5

HIEFYD A oFAE O] = 70 ug
HIER E 1.0 mg

HEFY B; 0.13 mg
HIEFY B, 0.15 mg
HIEFY Bs 0.5 mg
HIEFY B, 0.2 ug

HEF C 10 mg
v ¥l 10 ug

UzgAilolu|= 1.7 mg
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s=sq

AuladE 24.8 mg

7)) e

[0154]

—_—
o

) %

L
o

oz

!

)

)
=

[0155]

fron

o}
ol
H

0

~

pari
o

i

g9 A=

o

=

HIERY E(E'2) 100 g
Elxtolu]= 3.5 g

HIEIT C 15 g
ZAAA 19.75 g
Abgloled 3.5 g
HElW A 0.2 g
HIE} Bl 0.25 g
HIE}Y B2 0.3 g

<2-2> A%}
Y

=49l 10 mg

[0156]
[0157]
[0158]
[0159]
[0160]
[0161]
[0162]
[0163]
[0164]
[0165]
[0166]

ol

ojn

fol Ao 20 £7]9 F

S

goe ol

2l

a7},

Zol,

[0168]

e
o

plg <)

w

Nzwol wEka 1)

7
=

[Aze] 3] 338 2AES] A=

[0169]

—_—
"o

wp
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5.0 T%%

=

S Eg =g Algte]

)

Ho]EGD 1.5 &%

2e)/9}

=4

oA Ao
By

H] EhA 2= 7] & | o]

B

=AM 3.0 TF%

gul
L

3L
=
=

1=
FI2EAND Z2H 0.1 %

<S-1> I (La2A)

FaAZEF 3.0 TF%

7}

By

[0171]
[0172]
[0173]
[0174]
[0175]
[0176]
[0177]
[0178]
[0179]
[0180]
[0181]
[0183]
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[0185] PRA, Mz, FE Y
[0186] AAS to 100 53
[0187] 719 wigeE A GFE gl AR AR v AAe £ =AW, 2 e g

2 WU AAstoln ety SH s FokellAe] Al wet Axd 4 gl

[0188]

[0189] <3-2> FAFFF(EUEA)

[0190] =9l 2.0 % %

[0191] SYAY 3.0 FH %

[0192] HEHAZF 2.0 TH %

[0193] Z2AA=HF 2.0 TF %

[0194] FFR2EAHDEEY 0.1 TF %

[0195] PEG 12 =g o= 0.2 T3 %

[0196] Z&HolERD 0.4 TH %

[0197] NS 10.0 TF %

[0198] Egogrgolyl 0.1 TF %

[0199] WA, A, R AR

[0200] AAT to 100 = %

[0201] 719 gl mBlaA fAshdarel Ak s v g AR £3 2AdsAN, 1 wisalE 99
2 Wy AAste e ket | FAARL S okl A o] Al wet Az 9l

[0202]

[0203] <3-3> 9t

[0204] =Ulel 2.0 F %

[0205] Z&HolERD 1.5 TH %

[0206] LU A AT Lo E 0.5 T %

[0207] PEG60 7 sta]miAkf 2.0 5% %

[0208] vt 10 T %

[0209] 2T 5.0 TH %

[0210] Ft=dg /7t e FEAEtol= 5.0 TF %

[0211] FEAY 5.0 TH %

[0212] HaAZEFE 3.0 TH %

[0213] 2= 3.0 TF %

[0214] EgdgrEolwl 0.2 FF %

[0215] WA A=

[0216] A A

[0217] Fu A%

[0218] AAG to 100 TF %
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[0219]

[0220]
[0221]
[0222]
[0223]
[0224]
[0225]
[0226]
[0227]
[0228]
[0229]
[0230]
[0231]
[0232]
[0233]
[0234]
[0235]

[0236]

[0237]
[0238]
[0239]
[0240]
[0241]
[0242]
[0243]
[0244]
[0245]
[0246]
[0247]
[0248]

[0249]

[0250]

[0251]

79 gl e Ggayel A3 ARe A ANdR B3 24
Wy AAslel® Feln, BAAQ S4E Ropol el Azl wel Az

<3-4> wlAIR| 3™

=4l 1.0 TH %

U 10.0 TF %
ZY&HolERD 1.5 TH %

PEG 60 Z3to]wulAf 2.0 T %

S EA A 2 )E 0.8 THF &

EgZgAegtel= 4.0 $F %

2EHAZEE 3.0 TF %
2ddZFHF 3.0 TH %
Egoetgolnl 0.2 S %

WA, A, g

il

AAG to 100

oft
=

z
479 gl A ek agel A3 4R v
= Wy dAste ;

=
NErS 6.0 TH %
PEG 12 =g doHZ 0.3 T %
Z &0l EG0 0.3 THF %

A, Az, B

AAT to 100 3 %
4719wy vuy o A3et RS ulgE e AA
At = sty | B4EQ sdE wokol Ao Alz=uH
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s==4

[0252]

A

kil

g o}

[0253]

ZYAY 5.0 = %

[0254]

Zguv 0.3 FF %

7hEE A

[0255]

[0256]

PEG 60 Z3}9]wlAlf 0.5 5% %

[0257]

[0258]

[0259]

AAF to 100 =F %

[0260]

[0261]

[0262]

eﬂ
—~

NEERE]

1—};]] =

H

71

[0263]

bl whe

L3

olar, 1 @l wek AA oFA

B

;i
~
"
M-
=
<
B
ﬂ
Plo
1A
ajo
ajo
—_
)A
s
N
ll_l
o
A
)
0
No .
=
o] S
2o
T
o| 1
RE
o
W<
%0 oy
oo
M g
b3 on
T i
- =
Nir
o
ﬂAl i
or mw
W=
R —
T
A= 1A

[0264]

)
oF
i

d.
o))

[0265]

o 7% Apabelu

Aolth, aemg o el A 7]

fopat gkt

3]

o= o
T 9)\ =
3]

Sk
=

o

B
H

1
B
H

TNF-a

IL-13

uolssa1dxa YNYW SA1IE[3Y

anti DNP IgE + DNP HSA

Nonane

Tacrolimus
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=82
IL-1B IL-6
12 -
= ]
2 1
a
[ ]
g 084
£
[ 1]
< 0s ]
(-4 ]
E 0.4 4
2 3
5 921
u 1
[ ]
0 i
TNF-a + IFN-y -  +  + + o+
Nonane = = + + =
Tacrolimus - - - - +
s
<110> Industry—-Academic Cooperation Foundation, Yonsei University

<120> COMPOSITION INCLUDING NONANE AS ACTIVE INGREDIENTS FOR

ANTI-ALLERGY, IMPROVEMENT OF ATOPIC DERMATITIS, OR SKIN

REGENERATION
<130> 1065067
<160> 14

<170> KoPatentIn 3.0

<210> 1
<211> 22
<212> DNA

<213> Artificial Sequence
<220><223> IL-4_F primer
<400> 1

cagggtgctt cgcaaatttt ac

<210> 2
<211> 21
<212

> DNA

<213> Artificial Sequence
<220><223> IL-4_R primer
<400> 2

accgagaacc ccagacttgt t
<210> 3

<211> 20

_18_
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<212> DNA

<213> Artificial Sequence
<220><223> IL-13_F primer
<400> 3

ggtggectca cctcecccaag

<210> 4
<211> 25
<212> DNA

<213> Artificial Sequence
<220><223> IL-13_R primer
<400> 4

gatgacactg cagttggaga tgctg

<210> 5
<211> 21
<212> DNA

<213> Artificial Sequence
<220><223> TNF-alpha_F primer
<400> 5

cagccgattt gccacttcat a

<210> 6
<211> 20
<212> DNA

<213> Artificial Sequence
<220><223> TNF-alpha_R primer
<400> 6

tccttaggge aagggctcett

<210> 7
<211> 21
<212> DNA

<213> Artificial Sequence
<220><223> IL-1beta_F primer

<400> 7

ttacagtggc aatgaggatg a

oin
1]
Jm
el

20

25

21

20

21
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<210> 8
<211> 20
<212> DNA

<213> Artificial Sequence

<220><223> IL-1beta_R primer

<400> 8

tgtagtggtg gtcggagatt

<210> 9
<211> 26
<212> DNA

<213> Artificial Sequence
<220><223> IL-6_F primer
<400> 9

cctgagaaag gagacatgta acaaga

<210> 10
<211> 23
<212> DNA

<213> Artificial Sequence
<220><223> IL-6_R primer
<400> 10

tggaaggttc aggttgtttt ctg

<210> 11
<211> 18
<212> DNA

<213> Artificial Sequence
<220><223> IL-8_F primer
<400> 11

ctggeegtgg ctetettg

<210> 12
<211> 22
<212> DNA

<213> Artificial Sequence
<220><223> IL-8_R primer

<400> 12
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ttagcactcc ttggcaaaac tg

<210> 13
<211> 20
<212> DNA

<213> Artificial Sequence
<220><223> beta—actin_F primer
<400> 13

accgtgaaaa gatgacccag

<210> 14
211> 20
<212> DNA

<213> Artificial Sequence
<220><223> beta-actin_R primer
<400> 14

tgtcagctgt ggtggtgaag

_21_
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