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            Introduction 

 C hronic exposure of human skin to ultra-
violet (UV) radiation results in photoa-
ging that manifests as wrinkles, impaired 

wound healing and cancer. In photoaged skin 
there is degeneration of the extracellular matrix 
(ECM) from increased expression and/or activi-
ties matrix metalloproteinases (MMPs) that de-
grade the structural collagens ( Uitto et al., 1989 ; 
 Talvensaari-Mattliin et al., 1998 ;  Scharffetter et al., 

2000 ). The predominant MMPs are MMP-1 that 
cleaves interstitial collagen, and MMP-2 that 
degrades the basement membrane and damaged 
interstitial collagen. MMP-1 and MMP-2 are in-
hibited by tissue inhibitor of metalloproteinases 
(TIMPs), TIMP-1 and TIMP-2 ( Khorramizadeh 
et al., 1999 ; Millis et al., 1992;  Ricciarelli et al., 
1999 ;  Westermarck et al., 1999 ). Increased MMP 
expression/activity or lowered expression of 
TIMPs favors ECM remodeling that is char-
acteristic of skin aging, photoaging and cancer. 

 Transforming growth factor- b  (TGF- b ) is a 
primary regulator of ECM. TGF- b  reciprocally 
regulates MMPs (except MMP-2) and TIMPs to 
reduce the MMPs/TIMPs balance and strength-
en the ECM in the dermis ( Edwards et al., 1996 ). 
It inhibits MMP-1 while stimulating TIMPs and 
MMP-2, which removes damaged structural 
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collagen ( Overall et al., 1991 ;  Mori et al., 1998 ; 
 Wu et al., 2000 ). The reciprocal regulation of 
MMPs and TIMPs by TGF- b  is by different 
mechanisms (Millis et al., 1999). 

 TGF- b  can regulate its expression by feed back 
mechanisms. A polyclonal anti TGF- b  antibody 
(AT) that neutralizes the activities of TGF-
b 1-3,5 (allisoforms; AB – 100 – NA, R&D Systems) 
stimulates dramatic release of TGF- b  in dermal 
fi broblasts, epidermal keratinocytes, and a renal 
adenocarcinoma cell line; indicating feedback 
stimulation of TGF- b  in these cell lines (Philip 
et al., 2002;  Philips, 2003 ;  Philips et al., 2004 ). 
AT exhibits TGF- b  like regulation in these cells 
(Philip, et al., 2002;  Philips, 2003 ;  Philips et al., 
2004 ). It inhibits MMP-1 and stimulates MMP-2 
in fi broblasts, the predominant cells of the ECM 
( Philips et al., 2004 ). The effect of AT is much 
greater than that of TGF- b  and is not mimicked 
by normal IgGs ( Philips et al., 2004 ). 

 TGF- b  is benefi cial to skin health whereas 
UV radiation is damaging. The hypothesis of 
this research is the counteraction of the effects 
of UV radiation by AT (TGF- b  inducing anti-
body) in fi broblasts.   

 Materials and Methods 

 Fibroblasts (Cascade Biologics, 2 donors) 
were not-irradiated or exposed to UVB (UV) ra-
diation (2.5mJ) and dosed with AT (TGF- b  in-
ducing antibody, 0-3  m g/ml), in four independent 
experiments, for 24 hours. The cells were exam-
ined for cell viability, membrane damage, and 
expression of MMP-2, TIMP-1 and TIMP-2. 
For MMP-1 expression, cells were transfected 
with MMP-1 promoter-chloramphenicol acetyl 
transferase (CAT) plasmid prior to dosing with 
0-3 m g/ml AT and analyzed for CAT expression 
by direct ELISA (Roche).  

 Cell viability/membrane damage 
 The cells were examined for cell viability by 

CellTiter 96® AQueous One or MTS assay [tet-
razolium compound (3-(4,5-dimethylthiazol-2-yl)-
5-(3-carboxymethoxyphenyl)-2-(4-sulfophenyl)-
2H-tetrazolium, inner salt; MTS) + electron cou-
pling reagent (phenazine ethosulfate; PES; 

Promega). The medium was collected, and cells 
were incubated with 500 m l aliquots of MTS 
mixture (yellow) for 2 hours at 37°C. Viable 
cells reduce the MTS mixture to produce a color 
change (brown), read spectrophotometrically at 
490 nm. 

 The media was examined for lactate dehydro-
genase (LDH) that is indicative of membrane 
damage. Aliquots of experimental media were 
incubated with a mix of LDH substrate, cofactor 
and dye and analyzed spectrophotometrically 
for product (color) formation (Sigma, Tox-7).   

 Protein levels: MMP and TIMPs 
 The media was examined for MMP – 2, 

TIMP-1, and TIMP-2 proteins by indirect ELI-
SA (Kirkguaard and Perry Laboratories, Inc). 
100m l of medium from each sample was added 
to an independent well of a 96 well plate for 24 
hours at 4°C. The wells were blocked with bo-
vine serum albumin, and then incubated with 
MMP-2, TIMP-1 or TIMP-2 antibody (Sigma) 
for 1 hour at room temperature. The plate was 
washed with wash buffer, incubated with sec-
ondary antibody linked to peroxidase for 1 hour 
at room temperature, washed and subsequently 
incubated with peroxidase substrate until color 
development, which was measured spectropho-
tometrically at 405 nm.   

 MMP-1 promoter activity 
 Fibroblasts were co-transfected with the 

MMP-1 promoter -CAT (chloramphenicol acetyl 
transferase) plasmid, a gift from Dr. William 
Parks, Washington University School of Medi-
cine, St. Louis, Missouri 63110, (10  m g per 33 
mm dish) and RSVZ-gal (2 m g per 33 mm dish) 
with ESCORT (Sigma) prior to experimental 
treatments. Cells were lysed by repeated freeze/
thaw cycles, measured for total protein, beta- 
galactosidase and CAT expression. The total 
protein levels were measured by BCA (bicin-
choninic acid)   protein assay by incubating ali-
quots of cell lysates with BCA/copper sulphate 
mix and quantitating the BCA-copper-protein 
complex spectrophotometrically (Pierce). Aliquots 
of the cells containing equal proteins were exam-
ined for CAT expression (indicator of promoter 
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activity) by ELISA as described above, and for 
b -GAL activity (for normalization of transfection/
CAT ELISA data) by incubation with a colorless 
substrate (0-nitrophenyl b -D-galactopyranaside) 
that is converted by b -GAL to colored product 
(o-nitrophenol), read spectrophotometrically 
(Roche).   

 Data analysis 
 The effects of each of the AT (TGF- b  induc-

ing antibody) concentrations on non-irradiated 
cells were analyzed relative to control (cells not 
dosed with AT represented at 100% in the fi g-
ures). The effect of UV radiation is stated in the 
text (not represented in the fi gures) and has been 
reported ( Philips et al., 2003 ). The effect of each 
of the AT concentrations on UV radiated cells 
are presented relative to the UV effect alone 
(UV respective control, represented as 100% in 
the fi gure). The data was statistically analyzed 
by ANOVA and student t-test at 95% confi dence 
interval (relative to the respective controls, and 
relative to non-irradiated and UVB radiated fi -
broblasts for each AT concentration).    

 Results 

 The results support our hypothesis of the pho-
toprotective effect of AT (TGF- b  inducer) on the 
ECM’s structural integrity. Non-irradiated or 
UV radiated fi broblasts were treated with or 
without AT and examined for cell viability, 
membrane integrity and expression of MMPs 
that compromise the structural integrity of the 
ECM and TIMPs, which inhibit MMPs. 

 The cell viability and membrane integrity was 
not altered in non-irradiated or UV radiated cells 
in the absence or presence of AT ( Philips et al., 
2003 ;  Philips et al., 2004 ). 

 UVB radiation at 2.5mJ did not signifi cantly 
alter MMP-1 expression ( Philips et al., 2003 ). 
Relative to control (no additives; 600pg/ml of 
CAT expression at 100%), 3  m g/ml of AT sig-
nifi cantly inhibited MMP-1 promoter activity to 
70% of control in non-irradiated cells (p<0.05), 
but not in the UVB radiated cells ( Figure 1a ).     

 UV radiation stimulated MMP-2 expression 
to 121% of control (70ng/ml at 100%). Relative 
to respective controls, AT signifi cantly stimu-

lated MMP-2 synthesis and the increase was sig-
nifi cantly inhibited by UV radiation at concen-
trations of 0.3 m g/ml (non-irradiated: 580% of 
respective control; UV irradiated: 217% of re-
spective control), 1m g/ml (non- irradiated: 552% 
of respective control; UV irradiated: 435% of 
respective control), and 3 m g/ml (non-irradiated: 
528% of respective control; UV irradiated: 
421% of respective control; p<0.05, relative to 
respective controls, and between non-irradiated 

 Figure 1.        Effects of AT (TGF- b  inducing antibody) on the 
regulation of expression of MMPs in non-irradiated and 
UVB radiated fi broblasts. MMP-1 promoter activity (a), and 
MMP-2 protein levels (b) were analyzed in non-irradiated 
(dark blue lines) or UVB irradiated fi broblasts (sky blue 
lines) exposed to AT (0, 0.3, 1, 3  m g/ml) for 24 hours. Data 
are represented relative to respective controls, cells not treat-
ed with AT in non-irradiated (0) and UVB irradiated (UV-B) 
cells, respectively. *   =   p<0.05, relative to respective controls. 
Error bars represent standard deviation, n=4.    
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and UVB radiated fi broblasts for each AT con-
centration;  Figure 1b ). 

 UV radiation inhibited TIMP-1 and TIMP-2 
to about 80% of control (100%: 75 ng/ml of 
TIMP-1; 70ng/ml of TIMP-2). In non-irradiated 
and UV irradiated fi broblasts AT signifi cantly 
increased TIMP-1 expression at 0.3  m g/ml (ap-
proximately 225% of respective controls), 1 m g/
ml (approximately 400% of respective controls), 
and 3 m g/ml (non-irradiated: 528% of respective 
control; UV irradiated: 421% of respective con-
trol; p<0.05, relative to respective controls;  Fig-
ure 2a ). The effects of AT on TIMP-1 expression 
were similar in non-irradiated and UVB radiated 
fi broblasts, except for inhibition of TIMP-1 in 
UV radiated fi broblasts at 3  m g/ml (p<0.05, rela-
tive to non-irradiated cells at 3 m g/ml AT;  Figure 
2a ). In non-irradiated fi broblasts and UV irradi-
ated fi broblasts, AT similarly and signifi cantly 
increased TIMP-2 expression at all concentra-
tions; to about 320%, 620% and 670% of respec-
tive control at 0.3, 1, and 3 m g/ml, respectively 
(p<0.05, relative to respective controls;  Figure 2b ).       

 Discussion 

 Photoaging from exposure to UV radiation is 
associated with remodeling or degradation of 
the ECM due to an increase in MMP/TIMP bal-
ance. TGF- b  is a potent inhibitor of ECM degra-
dation; it inhibits the MMP/TIMP ratio in favor 
of ECM deposition. Hence we examined the hy-
pothesis that induction of TGF- b  in fi broblasts 
would inhibit damage from UV radiation with 
regards to ECM remodeling or degradation by 
counteracting the stimulation of MMP-1 and in 
addition stimulating TIMPs. The stimulation of 
TIMPs to counteract ECM damage by MMPs is 
a target for photoprotection. 

 The MMP-1 promoter activity was signifi -
cantly altered by AT at 3  m g/ml but not at the 
lower AT concentrations (0.3 or 1  m g/ml). The 
inhibitory effect of 3  m g/ml AT on MMP-1 pro-
moter activity was not observed in UV radiated 
cells, suggesting counteraction of the AT effect 
by UV radiation. UV radiation also antagonized 
MMP-2 stimulation by AT, though the fi nal ef-
fect was that of AT in the UV radiation exposed 

fi broblasts. UV radiation counteracts the effects 
of AT by various mechanisms such as the down 
regulation of TGF- b  receptors and TGF- b  trans-
ducers ( Taihao et al., 2004 ;  Gambichler et al., 
2007 ; Quan et al., 2002). Further, UV radiation 
stimulates AP-1 transcription factor, which direct-
ly activates MMP-1 promoter, and Smad-7, which
inhibits TGF- b  signaling ( Taihao et al., 2004 ). 
Interestingly, the UV radiation’s counteraction 

 Figure 2.        Effects of AT (TGF- b  inducing antibody) on ex-
pression of TIMPs in non-irradiated and UVB radiated fi bro-
blasts. TIMP-1 (a), and TIMP-2 (b) protein levels were ana-
lyzed in non-irradiated (dark blue lines) or UVB irradiated 
fi broblasts (sky blue lines) exposed to AT (0, 0.3, 1, 3  m g/ml) 
for 24 hours. Data are represented relative to respective con-
trols, cells not treated with AT in non-irradiated (0) and UVB 
irradiated (UV-B) cells, respectively. *   =   p<0.05, relative to 
respective controls. Error bars represent standard deviation, 
n=4.    
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of the MMP-2 induction by AT may be ben-
efi cial in protecting the basement membrane 
while suffi cient to remove damaged interstitial 
collagen.

 TGF- b  had a predominant effect in the stimu-
lation of TIMPs. Hence the stimulation of TIMPs 
by AT provides an effective means to counteract 
the induction of MMP-1 in photoaging or intrin-
sic aging and several pathologies, especially can-
cer associated with over expression of MMPs. 

 In summary, TGF-  b  induction via AT had 
overall predominant effects in combination with 
UV radiation in fi broblasts. It may be benefi cial 
in counteracting UV radiation or cancer associ-
ated up-regulation of MMPs, especially through 
dramatic stimulation of TIMPs.     

 Literature Cited 
     Edwards  ,   D.R   ,    Leco  ,   K.J   ,    Beaudry  ,   P.P  ,     Atadja  ,   P.W  ,       Veillette  , 

  C.   and        Riabowol  ,   K.T    .   1996  .   Differential effects of trans-
forming growth factor-beta 1 on the expression of matrix 
metalloproteinases and tissue inhibitors of metalloprotei-
nases in young and old human fi broblasts  .   Exp Gerantol  . 
31:  207   –   23   .  

     Gambichler  ,   T   ,    Skrygan  ,   M  ,     Tomi  ,   N.S  ,     Breuksch  ,   S   ,    
Altmeyer  ,   P.    and    Kreuter     A.     2007  .   Signifi cant downregu-
lation of transforming growth factor-beta signal transduc-
ers in human skin following ultraviolet-A1 irradiation  .   Br
J Dermatol.     156:  951   –   6   .  

     Khorramizadeh  ,   M.R   ,    Tredget  ,   E.E   ,    Telasky  ,   C   ,    Shen  ,   Q.   and 
    Ghahary  ,   A.       1999  .   Aging differentially modulates the ex-
pression of collagen and collagenase in dermal fi bro-
blasts  .   Mol. Cell Biochem     194:  99   –   108   .  

     Millis  ,   A.J   ,    Hoyle  ,   M   ,    McCue  ,   H.M.      and    Martini  ,   H    .   1992  . 
  Differential expression of metalloproteinase and tissue 
inhibitor of metalloproteinase genes in aged human fi bro-
blasts  .   Exp Cell Res     201:  373   –   9   .  

     Mori  ,   Y   ,    Hatamochi  ,   A   ,    Arakawa  ,   M    and    Ueki  ,   H      .   1998  . 
  Reduced Expression of mRNA for Transforming Growth 
Factor Beta (TGF beta) and TGF Beta R receptors I and 
II and Decreased TGF Beta Binding to the Receptors in 
Vitro-Aged Fibroblasts  .   Arch Dermatol Res  .   290:  158   –   62   .  

     Overall  ,   C.M   ,    Wrana  ,   J.L.    and    Sodek  ,   J.       1991  .   Transcriptional 
and post-transcriptional regulation of 72-kDa gelatinase/
typeIV collagenase by transforming growth factor-beta 
1 in human fi broblasts  .   J BiolChem     266:  14064   –   71   . 

     Philip  ,   N    and    Onwubalili  ,   N.       2002  .   Anti transforming 
growth factor-beta (TGF- b ) increases the expressions of 

matrix metalloproteinase-1 (MMP-1) and growth factors 
in a renal adenocarcinoma cell line  .   Bios  .   73:  86   –   90   .  

     Philips  ,   N.       2003  .   An anti TGF- b  increased the expression of 
transforming growth factor- b , matrix metallproteinase-1, 
and elastin, and its effects were antagonized by ultravio-
let radiation in epidermal keratinocytes  .   J Dermatologi-
cal Science  .   33:  177   –   179   .  

     Philips  ,   N   ,    Keller  ,   T    and    Gonzalez  ,   S    .   2004  .   TGF  b  like 
regulation of matrix-mettalloproteinases by anti trans-
forming growth factor- b  and anti transforming growth 
factor- b 1 antibodies in dermal fi broblasts: implications to 
wound healing  .   Wound Rep Reg  .   12:  53   –   59   .  

     Philips  ,   N   ,    Smith  ,   J   ,    Keller  ,   T    and    Gonzalez,   S.         2003  .   
Predominant effects of Polypodium leucotomos on mem-
brane integrity, lipid peroxidation, and expression of 
elastin and matrixmetalloproteinase-1 in ultraviolet radi-
ation exposed fi broblasts, and keratinocytes  .   J Dermatol 
Sci     32:  1   –   9   .  

     Quan  ,   T   ,    He  ,   T   ,    Kang  ,   S   ,    Voorhees  ,   J.J.    and    Fisher  ,   G.J.       2002  . 
  Ultraviolet irradiation alters transforming growth factor 
beta/smad pathway in human skin in vivo  .   J Invest Der-
matol  .   119:  499   –   506   .  

     Ricciarelli  ,   R   ,    Maroni  ,   P   ,    Ozer  ,   N   ,    Zingg  ,   J.M.    and    Azzi  ,   A.     
  1999  .   Age-dependent increase of collagenase expression 
can be reduced by alpha-tocopherol via protein kinase C 
inhibition  .   Free Radic Biol Med     27:  729   –   37   .  

       Scharffetter, K.K   ,    Brenneisen  ,   P   ,    Wenk  ,   J   ,    Herrmann  ,   G   ,    
Ma  ,   W   ,    Kuhr  ,   L   ,       Meewes  ,   C.    and       Wlaschek  ,   M    .   2000  . 
  Photoaging of the skin from phenotype to mechanisms  . 
Exp Gerontol  .   35:  307   –   16   .  

     Talvensaari-Mattila  ,   A   ,    Paakko  ,   P  ,     Hoyhtya  ,   M   ,    Blance-Sequeiros  , 
  G.    and    Turpeenniemi-Hujanen  ,   T.       1998  .   Matrix metallopro-
teinase-2 immunoreactive protein: a marker of aggressive-
ness in breast carcinoma  .   Cancer     83:  1153   –   62   .  

     Taihao  ,   Q   ,    Tianyuan  ,   He     ,    Sewon  ,   K     ,    JohnVoorhees  ,   J.      and 
   Gary     J.     Fisher    .   2004  .   Solar Ultraviolet Irradiation Re-
duces Collagen in Photoaged Human Skin by Blocking 
Transforming Growth Factor- b  Type II Receptor/Smad 
Signaling  .   Am J Pathol.     165:  741   –   751   .  

     Uitto  ,   J.   ,    M.J.     Fazio    and    Olsen     D.       1989  .   Molecular mecha-
nisms of cutaneous aging  .   J Am Acad Dermatol     21:  614   –
   22   .  

     Westermarck  ,   J.    and    Kahari     V.M.       1999  .   Regulation of matrix 
metalloproteinase expression in tumor invasion  .   FASEB J
13:  781   –   92   .  

     Wu  ,   J.   ,       Chen, D    and    Wu     Z.       2000  .   Quantitive study on the ex-
pression of mRNA for TGF-beta and collagenase (MMP-1), 
tissue metalloproteinase inhibitor-1 (TIMP-1) in hypertro-
phic scar  .   Zhonghua Zheng Xing Wai Ke Za Zhi     16:  34   –   36   . 

     Zeng  ,   G   ,    McCue  ,   H.M   ,    Mastrangelo   ,   L,        Millis  ,   A.J.         1996  . 
  Endogenous TGF-beta activity is modifi ed during cellu-
lar aging: effects on metalloproteinase and TIMP-1 ex-
pression  .   Exp Cell Res.     228:  271   –   6   .    

 Received   16     May     2008   ; accepted    2     September     2008.     

Downloaded From: https://bioone.org/journals/BIOS on 18 Apr 2024
Terms of Use: https://bioone.org/terms-of-use


