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Pur pose: The purpose of this experinent is to nea
the expression of TG~beta and alpha-SMactin (sm
nuscle actin) fromfibroblast culture by the dura
cul ture days and to analyze the inhibition of al pha-

expression in fibroblast by the antibodies for TG~
Methods: The levels of alpha-SMactin fromthe p

N H3T3 cel | cultures with TG-beta 1 containing ned
(10 ng/m ) and with the antibody (for TG~beta) ne

(1 or 2 ug/m) vere determined by S5 PAE for ce
lysate protein, Véstern blot with EQ autoradiograph
inmuno - slot blot.

Results: In NHBT3 culture, the expression of alp
actin increased at culture days 4, 5, 6. TG—-beta w
pressed from2nd day of culture and increased by da
The addition of TG-beta (10 ng/m ) did not increase
expr ession of al pha-SMactin. But al pha-SMactin exp

decreased in the presence of anti-TG beta antibody
decr ease of expression was proportional to the conc

tion of antibody and duration of exposure to the ant

Conclusions: Endogenous TG-beta produced by fibrob
cultures is sufficient toexpress the al pha-SMactin
nyof i bobl ast . Ther e was no addi t i ve expression of alp
actin with exogenous TG~beta 1. The antibody for T
beta inhibits the production of the alpha-SMactin
wound healing and nay prevent the wound contractur
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D
o ;
NIH3T3 (ATCC) Dulbecco's modi-
fied Eagle's 10% ,
, L- , ,
100 unit/ml, 100p g/ml
. 37°C, 7% CO,
93% 5o T
5 100,000 confluent
@ : TGF-beta Monoclonal
anti-TGF-beta 1, 2, 3 (mouse IgGL Genzyme, MA)
. dpha-SM actin Monoclonal

anti-alpha SM Actin (mouse 1gG2a isotype; Sgma, MO)
. TGF-beta 1 (recom-
binants) Sgma

2)
(1) TGF-beta 1 TGF-beta (Table

) 1 17

2

24

TGF-beta 1

: TGF-beta 1
10 ng/ml of medium .3

Table 1. The groups of the samples of NIH3T3 cell lines by treatment in culture media

Groups Sample number Culture days Treatment on the media

1 13 4th day Complete medium only
17 5th day Complete medium only
21 6th day Complete medium only

2 14 4th day + TGF- 1 10 ngml of medium
18 5th day + TGF- 1 10 ngml of medium
22 6th day + TGF- 1 10 ngml of medium

3 5 4th day + anti TGF-B Ab 1y gml of medium
19 5th day + anti TGF-B Ab 1y gml of medium
23 6th day + anti TGF-B Ab 1y gml of medium

4 16 4th day + anti TGF-B Ab 2u gml of medium
20 5th day + anti TGF-B Ab 2p g/ml of medium
24 6th day + anti TGF-B Ab 2u gml of medium




4 24 TGF-
beta
TGF-beta 1
TGF-beta
1 2u g/ml of medium ( 3
. 4)
@)

icecold PBS 2
cell scrgper 50 mi
3,000 rpm 5
pellet . 100p og/ml PMSF, 1p gml
gprotinin, 20p g/ml leupeptin, 1 mM EDTA, 1% SDS,
1% DTT, 1% NP-40, 1% sodium deoxycholate

10 mM Tris HCI, pH 75 pellet
cel lysae . Cdl lysate 3,000 rpm
Bradford
(3) SDS PAGE: Laemmli sample buffer

(625 mM Tris-HCI, pH 6.8, 25% gdlycerol, 2% SDS,
0.01% bromophenol, 5% [3 -mercaptoethanol)

70 heat block 5 SDS
PAGE . Readygel, 75% TrissHCL Gel
(Bio-Rad catdog no. 161 1100, 0.75 mm ) Mini-
gel vertica gel unit (Biored Mini-Protean I1)
125 volts 100 .

(4 Wegern Enhanced Chemiluminescence:
SDS PAGE gel transfer buffer
(182 g Tris base+865 g glycine / 4 liter dH20) 30

. Transfer membrane (positively charged
nylon; Bio-Rda Zetabind)

transfer
buffr 15 transfer unit
30 volts transfer
transfer  membrane  blocking buffer (6% w/v casein
in TTBS) .
TGF-beta 1, 2, 3 TGF-beta ,
aphaSM actin
Transfer membrane
blocking buffer (1 500) TBS
15 . (rabbit anti-
mouse 1gG conjugated HRPO, Nordic IL) (1
1000) blocking buffer TBS
15

Enhanced Chemiluminescence (Amershan, UK)

4  TGFB o -SM Actin 115
. Transfer  membrane
wrap
®) (Immunodot blot): 9 12 cm

Zeta-Probe membrane (Biorad, SF)
Bio-Dot-Apparatus

. well 500y |
well
cel lysate 7ug TBS
well . Zeta-Probe mem-
brane  blocking buffer .
alpha-SM actin blocking buffer
1 500 TBS
15
Western
3
i) NIH3T3 alpha-SM actin
2
7
SDSPAGE dpha-SM actin
. 110 kDa apha-SM actin
. Western blot
4,5, 6 (Fig. 1.
|
| |
g 5| ‘ ‘
|
= ] |
1 2 3 4 5 & i
Culture daws

Fig. 1. The expression of apha-smooth muscle actin in the
NIH3T3 firoblast cell lines by culture days was measured by
SDS PAGE and Western blot. The 110 kd protein (alpha SM
actin) increased at the culture days of 4, 5, 6 and 7.
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Fig. 2. The expression of transforming growth factor-beta in
the NIH3T3 firoblast cell lines by culture days was measured
by SDS PAGE and Western blot. The 220 kd protein (TGF-
beta) increased at the culture 2nd day and peaked at the 6th
day.

~ 4th day

5th day

6th day

Fig. 3. The expression of alpha-SM actin in NIH3T3 cell
lysate, which was derived by cell cultures, was analyzed by
immuno slot blot. Lane 1 control (group 1), Lane 2 TGE-
betal treated (grbup 2), Lanes.3 and 4 anti-TGF-beta anti-
body treated (group 3 and 4).
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ekl A 2 A Al wekdt Azt vizTe) Hlsle] 4
S ol Eol| A9 alpha-SM actin®] F¥lo] FAHS
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(sample 21 vs. sample 24=90+5 vs. 507, p<0.05). ©]
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Fig. 4. The representation of alpha-smooth muscle actin expres-
sion in the NIH3T3 fibroblast cell lines was plotted by the
treatment of transforming growth factor-beta 1 and the anti-
bodies for the transforming growth factor-beta. Each expres-
sion is represented by a single bar and all expression from
the same days are grouped together. The addition of TGF-
beta 1(10 ng/ml of culture medium) did not increased the
alpha-SM expression, Anti-TGF-beta antibody significantly
decreased alpha-SM actin expression (p<0.05 at the 6th
day), which was proportional to the concentration of the
antibody and to the duration of exposure to the antibody.
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