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M=EZd Zeld M MAE(Collagen synthesis assay

wolW BAE FrhEo] Wy AvFe FES #
& AAEE Aow deA A HA 2ae A4, BAAEE

HoEd zee 9wy @ & vk

ut

_O‘L
2
H
dr
N
il
=

~—

o] A &@HIH S M f-olA E(fibroblast) Al AlF 9 AMZEY o}
A F7F ARE AT A HwstE Aol

=l
1) AAXxF A" 2D AEZu)

A fHobAl Z (primary  cell line) H3= o]e} FARSE A frofAl
¥ (CCD-986sk, HS68, Detroit 5116 5)& HlFHAI 2] vigte] HF
st 3 HYAA100 IU/mL), Z2EFREwno]A(100 pg/mL), 10%
FBS(fetal bovine serum)& 33k DMEM(Dulbecco’s Modified
Eagle’'s Medium) H1#] 22 &5 o4 AAEHS 2zt nAE

HaL 37CE A8k 5% olatstet s sk wiFrIel A )

A8 AAlrr= MTT assay =+ crystal violet assays
S ol &3 AuAY S Tt MESAe] YEYA Fa g¥S
EE xFste] 37 o) sk WHeE AAST A

ol AY sMAA w= FAo] FFHA %S DMEM
prd

(1) MTT assay @ ¥€AFES ARE Yo MEE njYgst

U welll A 8219 10 %E AAR v, AAR &

Fla=e) MTT-E4(0.5 % 3-(4,5-dimethyl
thiazol-2-y1)-2,5 diphenyl-2H- tetrazolium bromide)<
Fa, AAZE EwoE wekginh WSS AAG -

dimethylsulfoxide &% 3000 A& 7}l 1027 &



lfe
2

Z TFS ELISA reader® 570 nmolA] SHFE=E =

cla=s
(2) Crystal violet assay : 9L A|RE Yol AXLE

5=
HIFgE v welldl A HIAI S A =H A
2 Al A3 oS crystal violet £4(0.2 % crystal violet/2
mL o &-& 98 mL AAFT H7H 50 W& 96 welldl ¥+
o Aol A 10 E3F wigstar AETZE "Hoj A A A F
ot AAFE ARET 1 % SDS (sodium dodecyl
sulfate) 100 W= Yol FME MAES Zola 570 nmol A
TREE SAT

3) 2%

Aot 25 48-well plated] welld 5x10° /M= BF thd
Al e Fzdol A 2441 2F v ekgiek wi A& Hear 10 % PBS
(phosphate buffered saline)® A& 3k & Aol 2 A2 uj
AE B 24X 7 v gET W g e FAstel 2 e 54
sty A4 Y 24 42 292 H(Lowry assay)z® T8 F
AT At FUE FAES st Al

22 (Lowry assay)

28 ¢F- W (Bovine serum albumin) 0, 20, 30, 40, 50,

60, 70, 80, 90, 100 ug A= Ztz+e] A

2 mLA S FUHsth Aol A 103 BA g oy E39

(folin-phenol) A9} 0.2 mLAS Zt7t Y1 &33F tp&
(€]

)
2ol A 3083 WA ste] Ztzhe] EEAom drh wjge

o ox ot

- AAlY 2 9% Disodium carbonate -

(sodium hydroxide-& <)



-BAlY 1 1 % Sodium potassium tartrate & <Y
191 : 0.5 % Cupper sulfate + 5H,O &4

-DAlY  AAL S - BAT Y - CAl o &5kl (48:1:1)

- EAHEAY 2N EHAHE - & A1)

Wt

ZalAgs A= Wy oZE= 3H-Proline incorporation
W
h=]

assay, Collagen mRNA=4W, ELISA W So] ¢l
¥ ELISAH
Antibody-PoD conjugate solution 100 E wello] 2-&
& 165 Mg w8 gFH 20 uLE ¥ar 37TCelA
SAIZE wiFEtt welloll A wiekels A AR T A S
H(PBS) 400 pL& 43] A=k A 100 pLE 9L
Zo A 15%3F wigsta 1 N sAF 100uLe ¥ v
450nmell A ELISA reader® =
a) ZTHxA ¢ FEHIREFEC &5 ¥ wol 44 0
10, 20, 40, 80, 160, 320, 640ng/mL7} ¥ %= 3] A g},
b) Al¢F : Procollagen type I peptide EIA kit(Takara
Biomedical Co.) A}-&.
(L) AtEst S gHo st 23
- Retinoic acid-induced inhibition of type I collagen gene expression
by human lung fibroblasts Biochimica et Biophysica Acta
1219:335-341. 1994
- Regulation of Collagen synthesis by ascorbic acid transforming
growth factor-B and interferon-y in human demal fibroblasts
cultured in three-dimensional collagen gel are photoaging and
aging—independents. /. of Derma. Sci. 15:183-200, 1997
- A new method to measure type I and III collagen synthesis in

human skin in vivo: demonstration of decreased collagen



systhesis after topcal glucocorticoid

Dermatol 98:220-225, 1992

- Protein measurement with the Folin-Phenol reagents.

Chem. 193: 265-275, 1951.

o} A & (fibroblast) Bl %A

TARAT} v

/q] T A" 2 AENY

AZWEeA QA Gel wect
2) Aol =)
AZWEeA PN Gel et
3) 27
A oA £
& ATAFEANA 24470 e,

a9 o
A WA E ¥

=43}

2 78 % 1w
A3 AR EARAL] WAL Hsst
9 SHARAY =7
2GS FPSE PHoRt
mRNAZ AW ol 9t}

% ELISAW
22 A FE SN2 100uE wello
e g FE 7 100ulE

Ikl welloll A vl Fl S

AAZ v

treatment. /. [Invest

J. Biol

2 A LA Z A 2 M Al " (Collagenase inhibition assay)

A= A EW A Y

e Aol

48-well plated] welld 5x10* M= EF3 o

HAE Hala 10% ¢l

H (phosphate buffered saline(PBS)Z A& 3 t}&

AL 48X 7w Fekeh vt S
SAE STAGA F2
L Bg s

ELISA®Y, Collagenase
4o oS 162 3
Hal Aol A 2A17F HY



4000 2 33] A=t} antiserum 1000S Yl AF-2o A
2 Eds ‘i}%/\]ﬂ o5 AlHE &Fd 4002 33 A
t}. Peroxidase conjugate solution 100ulE ¥ i1 Ao
A 2RI WAL B 1A S5 A(PBS) 400l = 3
3] A= TMB substrate 100p0E ¥ A4 30
7 vk AIZIY 1M A 100plES 93l 450nmel] A
ELISA reader® =% 3t}

a) ¥+N4%4 : Human pro MMP-1°] A =8¢
MNe Hol Il Zzb 0, 313, 6.25 125, 25,
50ng/mL7} ¥ =5 3] gt}

b) Al¢F : Matrix metalloproteinase-1 (MMP-1)
human biotrak ELISA system(Amersham life

ofj

science) AH&.

- Retinoic acid Inhibition of collagenase and gelatinase Expression
in human skin fibroblast culture. Evidence for dual mechanism
The Journal of Investigative Dermatology 81: 162-169, 1983

- Regulation of Collagen synthesis by ascorbic acid transforming
growth factor-3 and interferon-y in human demal fibroblasts
cultured in three-dimensional collagen gel are photoaging and
aging-independents. /. of Derma. Sci. 15:188-200, 1997

- A new method to measure type I and III collagen synthesis in
human skin in vivo: demonstration of decreased collagen
systhesis after topcal glucocorticoild treatment. J. [Invest

Dermatol. 98:220-225, 1992
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Ex ARgoR 94 NF A7t BAME

th) FA @AY geke] wel AP R-Sel FES THA L dE A
2h) A 713 Fet F4 #FEo] Jhed A
2) AARA L 7NE
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Al Aol A A 2] A1 21

QA EE FeE o4 9 FsAel A oA
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Pt 1):231-237, 1991
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