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1.Establishment of the in vitro collagen stimulation assay system
2.Find out some herbs with potent collagen stimulation activity
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&k kR 3+ Spectrophotometer U-3200(Hitachi), Eliza reader,



Laminar flow, CO, incubator, inverted microscope
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1.Establishment of the in vitro culture system
2.Measurement of collagen synthesis
3.Maximum induction of collagen
4.Screening of herbal extracts
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A. ‘w2 $ 3% g = @ Human foreskin fibroblast cell culture system
o HoN P A S ¥ w e A (HS68, Homo sapiens; skin;
foreskin; fibroblast; newborn male ;adherent):i& (7 » 'm%2 p 4 %
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90% Dulbecco's modified Eagle's medium with 4 mM L-glutamine
adjusted to contain 1.5 g/L sodium bicarbonate and 4.5 g/L. glucose
+ 10% fetal bovine serum
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1.Antibodies:
mouse anti-human collagen type I monoclonal antibody
goat anti-mouse secondary antibody(conjugated with AP)
2. Substrates for alkaline phosphatase
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MTT = ;2 @ f| * & % #¢ dehydrogenase # #-§ ¢
MTT[3-(4,5 dimethylthiazol-2yl)-2,5-diphenyl tetrazolium bromide]
B2 ER I grformazan 0 PR P 35 S o e R R AT (S
Bed bFik o & B owell 4e » 90pl 1 &% 2 10ul MTT(Smg/ml in
PBS) - F & 1 /] PFig » &3 b ik » 4 150pl dimethyl sulfoxide
(DMSO) 3= & well » jp|Z] 3= F ¢ formazan ;% f% > 15 &~ 451 >
2 ELISAreader fjf & 570 nm ip| & w3k & » 3-8 LCs ©

Trypan blue = ;2 : ] * & w% ¥ #-F ¢ Trypan blue £ ! e /p
o B RN - AR GRS RIE e G E g .

Neutral red = j# : fwm?% 5 /i@ s 4 ~ 96 3t 4 ¢ (2500
cells/well) » 32 % = % {5 » L 3 250ul 32 % % (2 FRlHkR &) - 548
RS A b ik o 4o~ 250ul 7 neutral red (50 u/ml)3s & % 0 3
A BE RS e~ 250l H ER (1% 7 B8 0 1%% 1Y 40) > T T2 A 4ais 4

» 100ul 7% 7% (1 % glacial acetic acid, 50% ethanol) » 20 4 45 {s > 14
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ELISA reader %t & 540 nm | & #% £ @ » 2+ & NRUj ©

TUNEL = ;2 ! TUNEL(TdT-mediated dUTP-floresein nick end
labeling ) ‘w2 5 % &-EJZ {5 » 11 paraformaldehyde 7 %_30 4 4& >
£ 172 0.1 % Triton X-100 #-‘m*2 347 F > #8 {5 12 Terminal
deoxynucleotidyl transferase -7z 3 % k4~ &2 dUTP 4% =5 DNA
A B o = mre g ¥ ks ¥ by B )7 alkaline
phosphatase conjugated anti-floresein ##<%8 * J& ¢ > 12 alkaline

phosphatase = B & {7 & ¢ F Jis > B H/MUEMERE > -8 LCy
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2. % H ¥ & L 12 Cutometer ) T 38 > R8s & X B 455 Tk &

3. & ¥ 1 Cutometer | T4 ki (L 510 2 R HB LRI
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