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Tropoelastin polypeptide and mRNA were detected in cultured normal human kerastinocytes(NHKSs)
by RNase protection and Western blot assays. The expression of elastin by NHKs was found to reach
a maximum level at the quiescent phase of keratinocyte growth. When NHKs were cultured on
tropoelastin-coated dishes, their growth potential was greatly suppressed compared with other matrix
protein-coated dishes. These results suggest that cultured NHKs can actively synthesize elastin and
that keratinocyte tropoelastin may act as a growth -regulator for keratinocyte.
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2.2 Northen blot assay

2. 1 O)FETRFE L7 NHKs 7* 54 RNA &
Chomoczynski & Sacchi ® kG | Z# T 7 =
VUFFTT A= FEHOWTHI L 2ug/ul O
BEICHHE L T3 % £ T-80C TR L 72
Dug®RNAZ IMZ7 VA FH—LzTL
10mM V) > FE#EAE#E (pH6.5) T50C, 1 WEfj
BMUTENSELRE 1 %7 T —A7 VTER
KEIL, FABY ATV L, 207
A NVT—%50%FNVAT I F, 0.1% filcoll400,
0.1% polyvinylpyrrolidone. 0.1% bovine serum
albumin, 0.1% SDS. 100pg/mL tRNA, 5 XSSC
EEOGHITA2C, 4 M7 LA T 54 XL
7ot%. 32p THGRL 7270 —7"T42C, 24 Kefn
ATNVFTAL X LTz 7405 —%2%xSSC/0.1%
SDS Z & &l T 15 M =R T L7z %, 0.1
X SSC/0.1% SDS % & LiE T 15 /3 M= iR Tk
720 mRNA OZEIE, A= I47F 74—
WCEDBIEEL, A= I VFTTLET VY A
=12k Y ERALL 72 W7 12— 713 GAPDH
(glyceraldehyde - 3- phosphate dehydrogenase) (¢’
BHA) T LA F Fa 50T NvikE v
T [y -%P] dATP TEGRL7-d 0% Hw/z,

2.3 Ribonuclease protection assay (RNase
protection assay)
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Figure 1
input sample RNA, and protected anti-sense probe.
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Tropoelastin mRNA is detected in cultured keratinocytes by RNase protection assays with a linear correlation between

Total RNA was isolated from cultured human keratinocytes of dermal fibroblasts. (a) RNase protection assays were per-
formed without (lane 1) or with (lanes 2-4) RNase digestion, using dermal fibroblast RNA(1 ug per lane) (lane 2), keratinocyte
RNA(50 ug per lane) (lane 1 and 3), or no sample RNA(lane 4). Molecular markers were Hinf | fragments of pBR 322 DNA.(b)
For quantitative assays, RNase protection assays were performed with a range of keratinocytes RNA(0-100 ug). Values are

mean = range from duplicate assays.
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Figure 2 Tropoelastin polypeptide is detected in the me-
dium of cultured keratinocytes.

(a) Conditioning media of curtured keratinocytes were
pooled and the proteins were fractionated by gel chro-
matography equilibrated with 50mM Tris-HCI (pH7.5)
contaning 4 M guanidine-HCI.

(b) Every three fractions were mixed and subjected
to SDS-PAGE. Tropoelastin polypeptide was detected
by western blot analysis using antibody. The right lane
indicates tropoelastin secreted in the medium by cultured
smooth muscle cells.
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Figure 3 Cultured keratinocytes are immunostained with
anti-elastin antibody.
Cultured skin fibroblasts (a) and NHKs (b and c) were
fixed and stained with (a and b) or without (c) anti-elastin
antibody at a 1 : 500 dilution. Scale bars, 40 um.
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Figufe 4 Tropoelastin expression is modulated during different phases of keratinocyte growth.

(a) Cells were trypsinized and suspended for 6h in 1.3% methylcellulose (designated as Oh) (lane 1; suspen-
sion-arrested phase) or plated at a density of 2 X 10° cells per 35mm-diameter petri dish and cultured for 6h (lane
2 ; adhesion phase) or (lane 3: proliferating phase) or 72h (lane 4 ; growth-arrested phase) in K110 Type II. RNA
was extracted from the cells at the end of the culture, then tropoelastin mRNA content was assayed by means of
RNase protection analysis. GAPDH mRNA level was determined by northen blot analysis. (b) The level of tropo-
elastin mMRNA was determined by sccaning the autoradiograms, and normalized by GAPDH mRNA level. Values
indicate densitometric percentage relative to the mRNA level at Oh and mean =+ range from duplicate experiments.
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Figure 5 Effect of solid phase of tropoelastin on human
keratinocytes proliferation.

NHKs were plated at a density of 4X10* cells per
35mm-diameter petri dish on fibronectin coated (FN),
laminin-coated (LN), type | collagen-coated (I), typelV
collagen-coated (IV), of tropoelastin-coated (Ela), or plane
(Cont) dishes. Cells were grown in K110Type |l for 3,
5days. At the termination of culture, cell number was
counted. Values are mean =+ SD from triplicate experi-
ments.
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