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[0092]

[0093]
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M= SAk, HERRLE, b et g2 FURE s, 2l AR, de A4, AeEE W, velh
Uk, A= T Aok £ FvE du, FEEE, RIS, ARZEES], SEHT =g 2L QA F
et 2oz gelg HA MA; HERd A, vEW ¢, BlER D, HEW E $9] HEF; 3, ¢ By wE
=, FE 2%, A7 "@sbw, dtAl, wEA & 5 5 v

ojeidt AGAl= Y, A, AAl, A o] deofo] Yo Axzd 4 vt

T3k, 2 Ay FoldolMH ol E(Guaiyl acetate) Ei= o] ofgtH o 3§ stee A HFEaEoR T
st YN A A s - AR F3E oA A=, ookl e B s 2Aes Aedd
ojst, AAjdlE Fsto] WS vS AAlsA Adustaa . o AAds e2A & AHE o8]
A Ao mA, i Wefr) olg Al o8 A= AoR siqHA @ AL FAANM T
A A g 7E Al Al glejM A e Aol

AAe  HTAE D ZAFPPHE FoldotHE o] E(Guaiyl acetate) Mg F EF #A Al]EFIIY &4
9 2y B3t

1-1. Ay

1) HRPAE Al EZ ey

B WA 3 (rat basophilic leukemia cell line, RBL-2H3)+= ATCCA}(Manassas, VA, USA)ZF-E Jusle] A3}
ST, 10% heat-inactivated FBS(feta bovine serum)(Gibco BRL, USA)3} 1% #H|YA & (penicillin) ¥ ZEFE
wlo] Al (streptomycin; Gibco BRL, USA)& 33+sk DMEM(Dulbecco modified eagle medium)(Gibco BRL, USA)
FHoll A AEE wiFsHTE. MEE 37T, 5% €0, ZstelA mjgate] A@stgivt. HINHAIEZE 10% FBSE

-

1ok DMEMe]l FEAZ] % 6 4 Z# o] E(well plate; Corning, USA)Sl 1x10° cells/ml9] A¥E57} 5%

Hm

1 % anti DNP(dinitrophenyl)-IgE(30 ng/ml)= #F&3Far 37°C, 5% C0, SlFH|olElol A 24A17F F<F v %slad

t}. PBS(phosphate buffered saline)® 23] |23l vt} DNP-HSA(dinitrophenylated human serum albumin; 10
ug/ml )E 4N ZF FoF M ste] WHARESS FESTE. e FoldolA|E o] E (Guaiyl acetate)ell £k o} &3]
7HH 5= %W7Fet7] $18 anti DNP(dinitrophenyl)-IgE& Z2]abo] 24A17F vk HInbA 3ol ol oAl g o]
E 100 UME‘ g sk 1A1ZE Bt viYket th& DNP-HSAR WAREES F=3kaivt. M2 49 FotdolA
HolE AHE|Axzet $dg oA FoldolAHolE tial DUSOR, FAtZAEe] A9 FoldolAH o E O
Al Bl Z 2] ¥~ (Tacrolimus) 10 pMZ A2 ske] 1413 FoF wiFst & DNP-HSAZ HWES-S F=38k3itt.

2) A M E M F

A A E(human  keratinocyte cell line, HaCaT): ATCCAM(Manassas, VA, USA)Z¥E Fujslo]
ARSEATE. AlE] wikS 3t 10% FBS(fetal bovine serum)$} @AA7F o0 DMEM SN S AFE-313
. w871 75T-Z kA (flask) ok 6 4 ZHO|EE AREEI O™ 5% C0, 7F FHEHE 37°C wiFTIolA i
Fetairt. mgHe 34ttt wEE| F A2t HosiAl FAEAS e Adieg stk 58 HaCal
AE(5x10 /wel DS 24417+ wjekah & PBSZ AlHatgich. 2L HANSS §587] 98] FBSE 4
A kS DMEM ®iA]ol INF-a (tumor necrosis factor-a)(10 ng/ml) 2 IFN-y (interferon gamma)(10 ng/ml)E

A Aelsto] 24 ARbEt wikeelth. olw] FoldetAHo|Eo &%k Wenkg M aTS Hrksky] s
ofdotAElo]E 100 uME sAlel Hgstion, GAAEe] 45 FoldopAHolE thal DSOS, FHE=AE
o] B TotdotAlHolE YAl Btz e F A 10 pME Wy fFEEda FAld Asta 24413F Fet g

ale.

3) Eg]EF WH(Trizol method)S ©]&3%F RNA #2] % real-time PCR (quantitative reverse-transcription

polymerase chain reacion)

ra
18
=
olo
o
Ho
ki
ol
E:
HZ
10

ATHE AAT F 1 nle EFES ¥ 2
(chloroform)& ‘%‘—I’_ 107+ & “*o](vortexmg)o}ﬂ 5,000 rpmofl Al 1077+ U4
e OV\ iv&%(lsopropanol)*% $talo] 50 STt 13,000 rpmoll A 25

ellet) DEPC(diethyl pyrocarbonate) -DW 20 19 o] -20Co] B3}

R 2 o
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[0099]

[0100]

[0101]
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[0103]

[0104]
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t}. RT-PCRS one- step RT-PCR PreMixkit(iNtRON Biotechnology, Korea)E A}&3}e] 45TColA 305, 94TClA

5%7F BRSAIZL $ 94°Co A 307t WA (denaturation)Al713L, 55CelA 30%7F oJd® (annealing) A7 Th&,

2 127 A (extension) A 7]1E AFo]Z (cycle)S 323 wWhE3E 5| mpx|9t A4 (extension)< 72ColA

3l PiQ SYBR green supermix (Bio—Rad)$} CFX Connect™ Real-Time PCR Detection System (Bio-

Rad)& AH&3te] A=A PRE T3t omn, ol AMEE =ZZho]m X E(primer sequence)> [ 1o A€
zZ

Z 1
RT-PCRol| AF&-% 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
B-actin F ACCGTGAAAAGATGACCCAG 60 619
R TGTCAGCTGTGGTGGTGAAG
1-2. A34%

1) RINkA|Zo A o] AFd Aol E7kQl A4 st

anti DNP(dinitrophenyl)-IgE@ 7}2}slal DNP-HSAZ W AHES-S

A AfolEFRIQI IL-4, IL-13 % TNF-a 9 ‘%}iﬂ_o] %JXJOE %7}3}53}. skH ) anti
DNP(dinitrophenyl)-IgE % DNP-HSA®] <]3t tHInk-&

st A3, AgRkgo R Q3 F7td 954 AelEFLS
ATHE 1)

2) ZAYHALAN GF4 AolETbel 44 Wl

INF-a 3 IN-y 2 Wdubes FEAZ A= A4 AdgdAzel nls] 9549 AelE7H9I9l 1L~
1B, IL-6 % IL-8¢] &lo] fojxow Frbatqlct. g, INF-a % IFN-y 2 37 FobdetAdo]E E= B
ARYFEE W7 AAGEATA AYd A3, Hntgor s FrhE 94 APlEIRRIL-18, 11-6 R
[L-8)¢] F&o] BF o8l s A= 2).

ojst, ¥ WHel m 7] FoldotAEClESE FRAROR ok oofE, A Eu SR Axds
Aveh, 2 BHE olE st o] opdd wx FAH o Adwstaxt goltt. ] dexAd A Ee=
o=y wF-qle] o % AR(EE oY R JHA aeh)rh et s A sprleh 2 2494E 3 24
Hlol wpeh Alzd] 1 WA 39 ook, A% Ex s 248 $4AA Wl ek Alxselv.

[Azd 1] 454 =42 A=
<1-1> AAS A=

TotdetAlH Ol E 20 mg

343+ 100 mg
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[0105]
[0106]
[0107]
[0108]
[0109]
[0110]
[0111]
[0112]
[0113]
[0114]
[0115]
[0116]
[0117]
[0118]
[0119]
[0120]
[0121]
[0122]
[0123]
[0124]
[0125]
[0126]
[0127]
[0128]
[0129]
[0130]

[0131]

[0132]
[0133]
[0134]
[0135]
[0136]
[0137]

[0138]

SIHS31 10-2020-0085164

719l ARES Etsta 71 x| St AHAlE Al xEelT).
<1-2> AA 9 Az
ToldobAH Ol E 10 mg
SR 100 mg
F@skE 100 mg
ZHlolE2 A Y% 2 ng

2718 AES £

=

T, ] AAL Azl weba epAste]l GAlE Al xskel
<1-3> ZAA ] A=x

TotdobAH Ol E 10 mg

MARAEZ 2 3 mg
FETsE 14.8 mg
2ot EAvEY]
2719 s
<1-4> FAMAS] A=x

FoldolAHOlE 10 mg

iy
o
o
&

rU o
(ot
%
o
o
o
M
>
©

T E 180 mg

=
oI T

ot 2974 mg

A\e) RS B T, Bael FAS Azl g 192
<1-5> YA Y A=

FoldolAEH Ol E 10 mg

o] 3t 10 mg

WU E 5 mg

QAG A=

e A%

719 s Bde Az wel Aol 4o dES Jhste] &sA7]a EE
AFE 7tsle] AA] 100mL2 243 & HBAdAA 2 FHste] AAE Ax$o).

[Azd] 2] AZAE Az
<2-1> ABZREAF] A=
FoldolMEelE 10 mg
HIERY E3HE A ®F

e A obAEI o= 70 pg
HEM E 1.0 mg

HEF B, 0.13 mg
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5

=

=

H

i
=)

15 mg

95 mg

30 mg
100 mg

Z
Z

FA14 1.75 mg
7

pul

A

A
A3ul 24 24.8 mg

REF By, 0.2 ug
Uz EAlolu]|= 1.7 mg
el 2v 4 25.3 mg

HETl C 10 mg
H Q¥ 10 ug
32 50 ug

A 1el
A 2¢]
74

2bslolel 0.82 mg

HE} B, 0.15 mg
H]EFY B 0.5 mg

[0139]
[0140]
[0141]
[0142]
[0143]
[0144]
[0145]
[0146]
[0148]
[0149]
[0150]
[0151]
[0152]
[0153]
[0154]
[0155]
[0156]

jolJ

i
"o

g9 AZ

1) 100 g

[e]

=
Cl5 g
Eltolu|E 35 ¢
AO0.2 g
B1 0.25 g
B2 0.3 g

ToldolAH ol E 10 mg
kil
HI e} E(
?_].
kil
kil

Abgtold 3.5 g

Askd 19.75 g
Y
H]
H]
H]

<2-2> A%
H]

[0157]
[0158]
[0159]
[0160]
[0161]
[0162]
[0163]
[0164]
[0165]
[0166]
[0167]

jol)

ojn

to] d® 2¢ &9 F

gL o35

2

Saw7t,

oJit,

o

1GR9k 420 A=

S

zel

N

A

[0169]
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[0170] [Azd] 3] 337 2AHEY Ax

ol

[0171] t71oll 2 IHe] FE=S ehe SR 24EY AlxdE AdYsid, B e o

ﬂilﬂl
ofs
9
o,
ol
2
k!
N
=
)
o
[
=

Woex] pAHer drstast ot
[0172]
[0173] <3-1> YA (AIRA)
[0174] ToldolAE|olE 2.0 SH%
[0175] 2FAH 5.0 =%
[0176] Ut 4.0 TH%
[0177] ZY&HolE60 1.5 TH%
[0178] EH A 2T S olE 1.5 S5%
[0179] 5 0.5 TH%
[0180] 7tz g /7Y Eg M gel= 5.0 %%
[0181] YA 3.0 %
[0182] e E 3.0 %%
[0183] z2IAFYF 3.0 TF%
[0184] FHEEAHDEH 0.1 %%
[0185] Egogrgolrl 0.2 %%
[0186] WA, A, R AR
[0187] AAG to 100 TH%
[0188] 719 gl mlaA skl At Aas v AR £3 2AdSAN, 1 wisalE 99
2 Wy AAstei e ket | FAARl S Lokl A o] Al met Az & Qlvk
[0189]
[0190] <3-2> FasGT(£=724)
[0191] ToldolAEIOE 2.0 TF %
[0192] =YAHE 3.0 FH %
[0193] FEAZEE 2.0 TF %
[0194] Z2AASHF 2.0 TF %
[0195] Fh2EANdEYY 0.1 TF %
[0196] PEG 12 =dodoEHZ 0.2 S %
[0197] Z&HolER) 0.4 TH %
[0198] NEre 10.0 =F %
[0199] Egogrgoldl 0.1 TF %
[0200] WA, A, R AR
[0201] AASG to 100 F3F %
vz fFAspgarel] Hgte S v AAldw E3F 2ASARE, 2wl E ]l

[0202] 71w

_15_
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[0203]

[0204] <3-3> g%=ad

[0205] TotdobHOlE 2.0 TF %

[0206] ZY&W0lE60 1.5 T %

[0207] LR ERA| AT &Y olE 0.5 T %

[0208] PEG60 7 stulwtabf 2.0 S %

[0209] S 10 % %

[0210] 2FAH 5.0 TH %

[0211] FtZzde /7t g E ZYAlEol= 5.0 T %

[0212] ZYAE 5.0 TH %

[0213] HAAZF 3.0 TF %

[0214] Z2AASHF 3.0 TF %

[0215] Egoet Lol 0.2 2 ¢

[0216] WAl AR

[0217] RE

[0218] g A

[0219] AASG to 100 T %

[0220] F71e] gl = H] A gl A AES uEd AAd2 B3 2ASPAT, o aEuE do=
W AAsto e st | BAFAQl S okl Aol Azl wet Alxd 9l

[0221]

[0222] <3-4> vlAA| 2 ¥

[0223] ToldolAE|OlE 1.0 £F %

[0224] A 10.0 T %

[0225] ZE&H0lE60 1.5 5 %

[0226] PEG 60 A3} ulzt5 2.0 T %

[0227] EHEA AT SHOE 0.8 TF %

[0228] et 40.0 T %

[0229] AFAT 5.0 TH %

[0230] Fhzdy /7t Eg Aol = 4.0 TF %

[0231] FEAE 5.0 FH %

[0232] FHAZF 3.0 TH %

[0233] 2= 3.0 TF %

[0234] EgogtEolwl 0.2 TF %

[0235] WA, A, R AR

[0236] AAG to 100 TF %

[0237] 719 wiEHlE Hlawd wiARR "o Agek RS ubEA e AAdR E3 2ASAAR, o wgHE 9o
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[0238]
[0239]
[0240]
[0241]
[0242]
[0243]
[0244]
[0245]
[0246]
[0247]
[0248]
[0249]

[0250]

[0251]
[0252]
[0253]
[0254]
[0255]
[0256]
[0257]
[0258]
[0259]
[0260]
[0261]

[0262]

[0263]

[0264]

[0265]

[0266]
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2 Ay AAstolm ey, ARl s okl o] Aol uiet Az 4 o

<3-5> #
FopeloA Hlo) &

ZYHdeF 13.0 TF %

1.0 5F %
AFIIEEANEAER~ 0.2 TF %
2YA™ 5.0 TF %
AHBES 0.1 THF %

Nt 6.0 TF %

PEG 12 =dodoElZ 0.3 % %
ZEEH0lE60 0.3 5 %

WAl A, GE

AT to 100 =F %
719 wignlE vy Mo AHgkek RS vl Agk AAda 23 2AE)

<3-6> A

Jro}dolAE Ol E 0.5 F

=

[$2}

oA olNZAYEF 0.05 TH %
=g A" 5.0
FleEA NI Zy 0.3 =

Iehe 5.0 5%

THE

=

2
=

PEG 60 ZA&t9nlxlf 0.5 5F %

Egdegoelyl 0.3 H %

WA, AL s A
AAT to 100 = %

ANl BF 2ASGAR, 1 ole AF 8

Aeld, WEA A%

A7) e A S 2R AEe 4Re nudd

AES TS GGT Suo BPF) 489 5 i goln, 1 Bl meh Ao gl Bxste] uhE
F o o F, dAmz Az olg® F gor FaAFelt, 8%}, AEEE

Eol mebA T g Qelm WMy AAstelE Pt
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R
EH]
IL-4 IL-13 TNF-o
1.2 4
=
2 1]
8
a 038 4
=
L'
g 0.6 4
£
o 04
=
E 0.2
[
o
o]
anti DNP IgE + DNP HSA - =4 4 G 3 = c 3 + + = + + +
Guaiyl acetate - - -+ - - - + - F = + Z
Tacrolimus - - - + - - - + = = = +
EE2
IL-1B IL-6 IL-8
12 -
c
2 14
i
[
5 o8]
x
o
< 05
=
E 0.4
=2
=
=
[
=
0
TNF-a + IFN-y -  + + + -+ o+ o+ -+ o+ o+
Guaiyl acetate = = + = = = + - - - + =
Tacrolimus # - - + - = - 3 - - = +

EEE

<110>

<120>

<130>

<160>

<170>

<210>

<211>

<212>

<213>

Industry-Academic Cooperation Foundation, Yonsei University
COMPOSITION INCLUDING GUAIYL ACETATE AS ACTIVE INGREDIENTS FOR
ANTI-ALLERGY, IMPROVEMENT OF ATOPIC DERMATITIS, OR SKIN
REGENERATION

1065066

14

KoPatentIn 3.0

1

22

DNA

Artificial Sequence

<220><223> IL-4_F primer
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<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
<212> DNA

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

ggtggcctca 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

_19_
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<213> Artificial Sequence

<220><223> TNF-alpha_R primer

<400> 6

tccttaggge aagggcetcett

<210> 7
211> 21
<212> DNA

<213> Artificial Sequence

<220><223> IL-1beta_F primer

<400> 7

ttacagtggc aatgaggatg a

<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

_20_
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<211> 18

<212> DNA

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

ctggeegtgg ctcetettg

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

<213> Artificial Sequence
<220><223> IL-8_R primer
<400> 12

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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