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HSG Cells Differentiated by Culture on Extracellular
Matrix Involves Induction of S-Adenosylmethione
Decarboxylase and Ornithine Decarboxylase

KIRBY LAM, LIANFENG ZHANG, MARY BEWICK, ano ROBERT M. LAFRENIE*

Division of Tumour Biology, Northeastern Ontario Regional Cancer Centre,
Sudbury, Ontario, Canada

The human salivary gland (HSG) epithelial cell line can differentiate when cultured on extracellular matrix preparations. We
previously identified >30 genes upregulated by adhesion of HSG cells to extracellular matrix. In the current studies, we examined
the role of one of these genes, the polyamine pathway biosynthetic enzyme S-adenosylmethionine decarboxylase (SAM-DC) and
the related enzyme, ornithine decarboxylase (ODC), on HSG cell differentiation during culture on extracellular matrix. HSG cells
cultured on fibronectin-, collagen | gel-, and Matrigel-coated substrates for 12—-24 h upregulated SAM-DC and ODC mRNA
expression and enzyme activity compared to cells cultured on non-precoated substrates. After 3—5 days, HSG cells grown on
Matrigel- or collagen | gel-coated substrates acquired a differentiated phenotype: the cells showed changes in culture morphology
and increased expression of salivary gland differentiation markers (vimentin, SN-cystatin, and a-amylase). Further, culturing the
cells on substrates precoated with an anti-p1-integrin-antibody promoted differentiation-like changes. HSG cells cultured on
collagen I- or Matrigel-coated substrates rapidly entered the cell cycle but showed decreased cell proliferation at longer times. In
contrast, cell proliferation was enhanced on fibronectin-coated substrates compared to cells on non-precoated substrates.
Treatment with the polyamine synthesis inhibitors, difluoromethylornithine (DFMO), and methylglyoxal bis-(guanylhydrazone)
(MGBG), inhibited cell proliferation and delayed *H-thymidine incorporation in HSG cells cultured on all of the substrates. Further,
inclusion of DFMO and MGBG inhibited or delayed acquisition of the differentiated phenotype in HSG cells cultured on Matrigel-
or collagen | gel-coated substrates. This suggests that the adhesion-dependent expression of SAM-DC and ODC contributes to

extracellular matrix-dependent HSG cell differentiation.
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Cellular differentiation is a complex process requiring
cooperation between cell growth and cell signaling
pathways. The human salivary gland (HSG) epithelial
cell line can be reliably induced to differentiate in vitro
by culture on the complex extracellular matrix protein
preparation, Matrigel (Royce et al., 1993; Hoffman et al.,
1996; Zhenget al., 1998; Junget al., 2000). HSG cells are
derived from intercalated ductal cells (Shirasuna et al.,
1981) which are believed to be the stem cells that
differentiate to give rise to the acinar and myoepithelial
cells of the salivary gland (Eversole, 1971). Under
normal culture conditions, HSG cells present an undif-
ferentiated epithelial-like morphology. However, when
cultured for 3—5 days on complex extracellular matrices
such as Matrigel (or Vitrogen 100) they show morpho-
logic differentiation and induce expression of salivary
gland differentiation markers such as vimentin, sali-
vary cystatin, and a-amylase (Hoffman et al., 1996;
Zheng et al., 1998). Adhesion of HSG cells to extra-
cellular matrix proteins is mediated by integrin adhe-
sion molecules (Lafrenie et al., 1998). Integrins have
been implicated as signal transduction molecules cap-
able of altering cellular metabolism in response to
changes in adhesion to extracellular matrix (reviewed
in Clark and Brugge, 1995; Yamada and Miyamoto,
1995; Lafrenie and Yamada, 1998; Giancotti and
Ruoslahti, 1999; Hynes, 2002). To identify the linkage
between integrin-dependent cell adhesion and differ-
entiation of HSG cell cultures, a population of genes
upregulated 6 h following adhesion to the extracel-
lular matrix proteins, fibronectin, and collagen I, were
identified (Lafrenie et al., 1998). One of these adhesion-
responsive genes was S-adenosylmethionine decarboxy-
lase (SAM-DC, RL10) which has been shown to be a
limiting factor in polyamine biosynthesis (Pegg, 1988)
and increased expression of SAM-DC and ornithine
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decarboxylase (ODC) are among the earliest events asso-
ciated with cellular proliferation (Pegg and McCann,
1982, 1992).

The polyamines, putriscine, spermidine, and sper-
mine are important and highly regulated cellular
constituents that are required for cell growth and dif-
ferentiation (Tabor and Tabor, 1984; Pegg, 1988; Heby
and Persson, 1990; Janne et al., 1991; Marton and Pegg,
1995). ODC and SAM-DC catalyze the first steps in
polyamine biosythesis. ODC catalyzes the formation of
putrescine from ornithine while the decarboxylation of
S-adenosylmethionine by SAM-DC results in the dona-
tion of aminopropyl groups for spermine and spermidine
synthesis (Tabor and Tabor, 1984). Inhibitors of poly-
amine biosynthesis such as the specific inhibitor of ODC,
difluoromethylornithine (DFMO), or the specific inhi-
bitor of SAM-DC, methylglyoxal bis-(guanylhydrazone)
(MGBG), show that polyamine biosythesis is critical for
modulating cellular proliferation (Pegg and McCann,
1992; Thomas et al., 1996). Inhibition of polyamine
biosynthesis has also been found to inhibit carcino-
genesis in several experimental systems (Sunkara and
Rosenberger, 1987; Verma, 1990).
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The expression of ODC and SAM-DC are highly
controlled and can be regulated by a variety of agents
that stimulate cellular proliferation such as growth
factors, hormones, and tumor promoters (Pegg, 1988;
Gawel-Thompson and Greene, 1989; Hurta et al.,
1993, 1996; Soininen et al., 1996; Desiderio et al.,
1998; Bielecki and Hurta, 2000). Transcriptional reg-
ulation of the ODC and SAM-DC gene promoters
involves the Ras (Hurta, 2001; Voskas et al., 2001a),
protein kinase C (Desiderio et al., 1998; Pintus et al.,
1998; Song et al.,, 1998) and MAP kinase pathways
(Patel et al., 1997%%; Hurta, 2000; Voskas et al., 2001b).
ODC and SAM-DC expression also appears to be con-
trolled at post-transcriptional and translational levels
(Kahana and Nathans, 1985; Katz and Kahana, 1987;
Sertich and Pegg, 1987; Hurta et al., 1993, 1996; Wallon
et al., 1995; Soininen et al., 1996).

In this study, we examined the role of polyamine
biosynthetic enzymes in adhesion-dependent differen-
tiation of HSG cells. We examined the effect of HSG cell
adhesion to extracellular matrix on ODC and SAM-DC
expression, cellular growth, and cellular differentiation.
Further, we examined the effects of the specific ODC and
SAM-DC inhibitors, DFMO and MGBG, respectively, on
HSG cell growth and differentiation.

MATERIALS AND METHODS

HSG cell culture and differentiation

HSG cells (Shirasuna et al., 1981) were maintained in
Dulbecco’s modified Eagle medium (DMEM, Princess Mar-
garet Hospital, Toronto, Ont., Canada) supplemented with
10% fetal calf serum (FCS, Hyclone, Logan, CO), 100 U/ml
penicillin, and 100 pg/ml steptomycin (Life Technologies,
Burlington, Ont., Canada). Cells were harvested with 10 mM
EDTA in PBS and suspended in culture media containing 10%
FCS. Cells were plated at medium density (2.5 x 10* cells/cm?)
on non-precoated culture dishes or culture dishes coated with
10 pg/ml human plasma fibronectin (Invitrogen, Burlington,
Ont., Canada) for 16 h at 4°C, 2.5 mg/ml bovine collagen type I
gel (Vitrogen 100, Collagen Canada, Toronto, Ont., Canada), or
Matrigel (a gift from H.K. Kleinman, NICDR, Bethesda, MD)
and cultured for 1, 3, or 5 days. For some experiments, HSG
cells were pretreated with 1 pg/ml anti-f1 integrin antibody
(clone mAb13, a gift from K.M. Yamada, NICDR, Bethesda,
MD) prior to addition to the various substrates. HSG cells were
also cultured on substrates that were precoated with anti-f1
integrin antibodies. The substrates were coated overnight with
1 pg/ml anti-Bl antibody, clone mAb13 (an anti-functional
antibody that inhibits cell adhesion) (Akiyama et al., 1989;
Mould et al., 1996) or anti-B1 antibody, clone K-20 (an antibody
that does not inhibit adhesion, Life Technologies) Mould et al.,
1998) and then the cells added and cultured for 3 days. The
monolayers were visualized using a Zeiss Axiophot microscope
fitted with a videocamera and images were digitally recorded
using Northern Eclipse computer software.

Cell attachment to immobilized proteins

HSG cells were resuspended at 10° cells/ml in DMEM media
supplemented with 1% BSA. Non-tissue culture 96-well plates
were coated with 50 pl of 10 pg/ml fibronectin, gelatin,
Matrigel, collagen type I (Vitrogen 100), or BSA (Roche, Laval,
Que., Canada) for 16 h, and then non-specific adhesive sites
were blocked with 50 pl of 1 mg/ml BSA for 2 h. The wells were
washed with PBS and 50 pl of the cell suspension (5 x 10 cells)
was added to each well and incubated at 37°C for 1 h. For some
studies, anti-integrin antibodies (1 pg/ml) that block adhesion
via the B1 (clone mAb 13), o5 (clone mAb 16; Akiyama et al.,
1989), a6 (clone GoH3, AMAC Inc., Westbrook, ME), o2 (clone
P1E6; Wayner et al., 1988), 2.3 (clone P1B5), 4 (clone P4G9), or
av (clone VNR147) integrin subunits (Life Technologies) were
added to the cells prior to incubation with the substrates. The
wells were washed three times with PBS and the number of
adherent cells counted per high power microscope field. All

experiments were conducted in quadruplicate and data was
analyzed using a Students’s ¢-test; P values <0.05 were con-
sidered significant.

Northern blot analysis

HSG cells were cultured on non-precoated, fibronectin-,
collagen I gel-, and Matrigel-coated substrates in culture
media for various times. The cells were harvested in 4 M
guanidine isothiocyanate, 50 mM sodium citrate, 0.1% sodium
sarcosyl, and 0.1% B-mercaptoethanol, and RNA was extracted
three times with water-saturated phenol/chloroform, and then
precipitated with ethanol (Chomezynski and Sacchi, 1987).
In some experiments, the HSG cells were cultured in the
presence of the ODC inhibitor, DFMO (5 mM, Calbiochem,
San Diego, CA), or the SAM-DC inhibitor, methylglycoxal bis-
(guanylhydrazone) (10 mM MGBG, Sigma-Aldrich, St. Louis,
MO). Fresh inhibitor was added daily. Total RNA (30 pug) was
subjected to electrophoresis on 1% agarose gels containing
formaldehyde and then transferred to Nytran membranes
(Schleicher and Schuell, Xymotech Biosystems, Toronto, Ont.,
Canada). The membranes were hybridized with 32p_labeled
(Prime-It II kit, Stratagene, La Jolla, CA) cDNA fragments
corresponding to SAM-DC, ODC, vimentin, SN-cystatin, o-
amylase, or GAPDH (American Type Culture Collection,
Rockville, MD) at 42°C in 50% formamide, 5x SSPE, 5x
Denhardt’s solution, 0.5% SDS, and 100 pg/ml salmon sperm
DNA as described (Lafrenie et al., 1998). The blots were wash-
ed once with 4x SSPE, 0.1% SDS at room temperature for
30 min followed by 30 min washes in 0.5x SSPE, 0.1% SDS
once at 42°C and once at 55°C. The blots were then exposed
to Hyperfilm-MP (Amersham-Pharmacia, Oakville, Ont.,
Canada) at —80°C.

Immunoblot analysis

HSG cells cultured on non-precoated, fibronectin-, collagen I
gel-, Matrigel-coated substrates or substrates coated with anti-
B1integrin antibodies (clone mAb13 or clone K-20, as described
above), in the presence of 10% FCS were harvested and lysed in
RIPA buffer (1% Triton X-100, 0.5% SDS, and 0.5% sodium
deoxycholate in PBS, pH 7.5) and protease inhibitors (Roche).
Cell lysates were subjected to electrophoresis on 10% poly-
acrylamide gels containing SDS and transferred to nitrocellu-
lose filters (Schleicher and Schuell). The filters were blocked by
incubation in 3% BSA in Tris-buffered saline, pH 7.5, and 0.1%
Tween-20 (TBST) and then incubated with antibodies against
ODC, vimentin, or actin (Santa Cruz Biotechnology, Santa
Cruz, CA) in 0.5% BSA in TBST. The filters were washed,
incubated with the appropriate anti-IgG-horseradish perox-
idase conjugate (Santa Cruz Biotechnology), the HRP detected
by incubation in Supersignal Reagent (Pierce Chemical Co.,
Rockford, IL), and then exposed to Hyperfilm-ECL X-ray film
(Amersham-Pharmacia).

SAM-DC and ODC activity assays

HSG cells were harvested, plated at 2.5 x 10* cells/cm? on
non-precoated, fibronectin, or Matrigel-coated substrates, and
cultured for 2—48 h in culture media. For some experiments,
the cells were incubated with 5 mM DFMO or 10 mM MGBG
prior to adhesion. The cells were harvested and lysed in 50 mM
HEPES, pH 7.4, 2.5 mM dithiothreitol, and 1 mM EDTA and
lysate corresponding to 10° cells analyzed for SAM-DC (Shantz
and Pegg, 1998) and ODC activities (Coleman and Pegg, 1998).
Briefly, SAM-DC activity was determined by incubation of the
cell lysate in 50 mM sodium phosphate, pH 7.5, 1.25 mM DTT,
3 mM putrescine, 0.2 mM S-adenosylmethionine, and 2 nCi/ml
S-adenosyl-L-[carboxy-14C]-methi0nine at 37°C for 60 min.
ODC activity was determined by incubation of the cell lysate in
50 mM Tris-HCl, pH 7.5, 4 uM pyridoxal-5-phosphate, 0.25 mM
DTT, 0.4 mM L-ornithine, and 2 nCi/ml L[-1-'*C]-ornithine at
37°C for 60 min. The reaction was stopped by addition of 5 N
sulfuric acid. The evolved *CO, was collected in a central well
containing 0.25 ml of 1 M hyamine hydroxide for >1 h. The
hyamine was neutralized by the addition of 1 N acetic acid,
mixed with scintillation fluid, and counted on a liquid scintil-
lation counter. Experiments were performed in quadruplicate.
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Analysis of HSG cell growth

HSG cells, cultured in DMEM containing 10% FCS on non-
precoated, fibronectin-, collagen I gel-, or Matrigel-coated
substrates for 1-5 days, were harvested with 10 mM EDTA in
PBS, washed and resuspended in PBS. In some experiments,
the HSG cells were cultured for 3 days in the continued
presence of DFMO or MGBG. Fresh inhibitor was added daily.
The cell number was determined by a hemocytometer count of
viable cells following trypan blue-staining.

Analysis of >H-thymidine incorporation

Cell proliferation was also measured by determining the
incorporation of 3H-thymidine (Denton, 1998). HSG cells were
cultured on non-precoated, fibronectin-, collagen I gel-, or
Matrigel-coated substrates in media supplemented with 10%
FCS for various times and then pulse-labeled with 50 pnCi/ml
methyl-[*H]-thymidine (Mandel, NEN) for 4 h intervals over
32 h. In some experiments, the HSG cells were cultured in the
continued presence of 5 mM DFMO or 10 mM MGBG. The
media was removed, cellular macromolecules were precipi-
tated by treatment with 5% trichoroacetic acid, and the
precipitate was washed with methanol. The precipitates were
then harvested in formic acid and counted in a scintillation
counter. To normalize for differences in ®H recovery from cells
cultured on the different substrates, the sum of >H-thymidine
incorporation over the 32 h experiment was set at 100% for the
untreated condition. Data is presented as the percentage of
total 3H incorporation measured for each 4 h labeling pulse.

Cell-cycle analysis

HSG cells, cultured for various durations on non-precoated,
fibronectin-, collagen I gel-, or Matrigel-coated substrates were
harvested, washed, and then fixed by incubation in 70%
ethanol. The cells (10° cells/ml) were then incubated in 10 pg/
ml propidium iodide and subjected to flow cytometric analysis
on an EpicsElite Flow Cytometer (Becton-Dickenson®?). The
fluorescent profiles were fitted to various cell-cycle DNA
content parameters utilizing the MultiCycle computer soft-
ware and the relative proportions of cells in the G4, S, and Go/M
phases of the cell cycle were determined.

RESULTS
HSG cell adhesion and differentiation

HSG cells cultured on Matrigel undergo morphologi-
cal changes consistent with differentiation to ductal and
acinar phenotypes (Royce et al., 1993; Hoffman et al.,
1996). In the current experiments, HSG cells cultured
on Matrigel for 3—5 days were shown to undergo drama-
tic changes in culture morphology forming a reticular
network of duct-like structures in association with
multicellular aggregates (Fig. 1A). HSG cells cultured
on Matrigel-coated substrates for 5 days showed large
multicellular structures that resembled intact salivary
glands with large asci-like aggregates connected by
duct-like structures. HSG cells cultured for 3 days on
collagen I gels formed monolayers of rounded cells with
highly refractile cell—cell boundaries, while after 5 days
the cultures formed three-dimensional “domes.” HSG
cells cultured on non-precoated, gelatin-, or fibronectin-
coated substrates formed confluent monolayers with
well-defined cell—cell boundaries. HSG cells cultured
on Matrigel or on collagen I gels showed upregulated
expression of vimentin and the salivary gland differ-
entiation markers SN-cystatin, and a-amylase mRNA.
Vimentin expression was upregulated by threefold and
expression of SN-cystatin and a-amylase was upregu-
lated by fivefold and eightfold, respectively (based on
three independent experiments), after 5 days of culture
on Matrigel-coated substrates compared to cells cul-
tured on non-precoated, gelatin- (not shown), or fibro-
nectin-coated substrates (Fig. 1B). We detected two
mRNAbands of 1.5 and 1.8 kb that hybridized to the SN-
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Fig. 1. The human salivary gland (HSG) cells cultured on extra-
cellular matrix preparations undergo differentiation. Part A: HSG
cells were cultured on the indicated substrates for 3 or 5 days.
Microscopic images were recorded using phase-contrast microscopy.
Scale bars are 100 pm. Part B: HSG cells were cultured on non-
precoated (N), fibronectin- (F), collagen I gel- (C), and Matrigel-coated
(M) substrates for 3 or 5 days. Total RNA was purified and subjected to
Northern blot analysis for vimentin, SN-cystatin, a-amylase, and
GAPDH mRNA expression.

a-amylase

cystatin probe and the expression of both of these species
were enhanced to a similar extent. Changes in vimentin
expression were observed after only a single day of cul-
ture on Matrigel or collagen I (not shown).

Integrin-dependent cell adhesion to
extracellular matrix components

The role of integrin adhesion molecules in mediating
HSG cell adhesion to the various extracellular matrix-
coated substrates was examined by measuring cell
adhesion in the presence of various anti-integrin anti-
bodies. The adhesion of HSG cells to Matrigel-, collagen
I gel-, or gelatin-coated substrates was inhibited 84%—
87% (P<0.05) by inclusion of the anti-fl integrin
antibody (clone mAb13), and was inhibited by 41%—
52% (P < 0.05) by inclusion of anti-a2 (Fig. 2A). Inclusion
of the anti-a6 antibody inhibited HSG cell adhesion to
Matrigel by 25% (P < 0.05) but did not affect adhesion
to gelatin or collagen I gels. The adhesion of HSG cells
to fibronectin was inhibited by 90% (P < 0.05) by the
inclusion of the anti-B1 (clone mAb13) antibodies or 84%
(P <0.05) by the anti-a5 monoclonal antibodies but not
by anti-a2, anti-a3, or anti-a6 antibodies. (Inclusion
of the non-functional anti-B1 integrin antibody, clone
K-20, did not inhibit adhesion to any substrate (not
shown).)

Pretreatment of the HSG cells with anti-functional
antibodies against the f1 integrin subunit (clone mAb13)
prior to culture on Matrigel was sufficient to block the
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Fig. 2. HSG cell interaction with extracellular matrix preparations is
mediated by integrin adhesion molecules. Part A: HSG cells were
adherent to fibronectin-, gelatin-, collagen I-, or Matrigel-coated sub-
strates in the absence (—) or presence of adhesion blocking antibodies
against the various (B1, o2, a3, o5, or o6) integrin subunits. The
number of adherent cells was determined by microscopy and ex-
pressed as the percent of cells adhered in the absence of antibody
(control). Significant (P < 0.05) inhibition of adhesion is indicated (*).
Part B: Adhesion-blocking anti-B1 integrin antibodies (clone mAb13)
were added to the HSG cells prior to culturing for 3 days on non-
precoated or Matrigel-coated substrates. The morphology of the HSG
cell cultures were recorded by phase contrast microscopy. Part C: HSG
cells were cultured for 3 days on non-precoated substrates, substrates
precoated with adhesion-blocking (anti-functional, clone mAb13) 1
integrin antibodies, antibodies that did not alter adhesion (anti-p1
integrin, clone K-20), or Matrigel and then examined for changes in
morphology. Part D: Cell lysates from HSG cell cultured on antibody-
coated plates (as in part C) were subjected to immunoblot analysis
with an anti-vimentin antibody.

changes in culture morphology and the formation of the
duct-like structures that correlate with in vitro differ-
entiation of HSG cells (Fig. 2B). Cells treated with
antibody mAb13 spread poorly on all of the substrates.
To further examine the role of integrin-dependent
adhesion on HSG cell differentiation, the cells were cul-
tured on substrates precoated with anti-integrin anti-
bodies. HSG cells adhered to and were able to spread on
substrates precoated with anti-B1 integrin antibodies
(both anti-functional clone mAb13 and non-functional
clone K-20). Further, cells cultured for 3 days on sub-
strates precoated with the anti-functional anti-f1
integrin antibody, mAb13, showed characteristics con-
sistent with the early stages of differentiation: cultures
showed substantial changes in culture morphology,

with the formation of asci-like structures, similar to
cells cultured on Matrigel (Fig. 2C), and expressed
increased levels of vimentin protein (Fig. 2D). However,
cells cultured on the non-functional anti-p1 integrin
antibody, clone K-20, control IgG, and non-precoated
substrates remained as compact monolayers and did not
express elevated levels of vimentin protein.

HSG cell adhesion enhanced expression of
polyamine biosynthetic enzymes and cell growth

It was previously shown that SAM-DC (RL10) was one
of the genes upregulated by culturing HSG cells on
fibronectin- or collagen I-coated substrates for 3—6 h
compared to non-precoated substrates (Lafrenie et al.,
1998; Lam et al., 2001). Therefore, we examined the
role of SAM-DC expression in HSG cell differentiation.
The current results showed that HSG cells adherent to
fibronectin-, collagen I gel-, and Matrigel-coated sub-
strates for 12 h enhanced the expression of SAM-DC
and ODC mRNA by at least threefold or fivefold, res-
pectively (Fig. 3A) and enhanced ODC protein expres-
sion by 2.5-fold (Fig. 3B) compared to cells adherent to
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Fig. 3. Adhesion of HSG cells to extracellular matrix preparations
promotes SAM-DC and ODC expression. HSG cells were cultured on
non-precoated (N), gelatin- (G), fibronectin- (F), collagen I gel- (C), or
Matrigel-coated (M) substrates for 12 or 24 h. Part A: Total RNA was
purified and subjected to immunoblot analysis for SAM-DC, ODC, and
GAPDH mRNA expression. Part B: Cell lysates were prepared and
subjected to immunoblot analysis with antibodies against ODC or
actin. Part C: The SAM-DC and ODC enzyme activities were mea-
sured in HSG cells cultured on the indicated substrates for various
times and expressed as % of the activity in HSG cells adherent to non-
precoated substrates for 2 h based on quadruplicate determinations.
*,9% denotes a significant (P < 0.05) increase in enzyme activity.
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non-precoated substrates. Enhanced expression was
maintained for at least 24 h. However, HSG cells
cultured on fibronectin-, collagen I gel-, and Matrigel-
coated substrates for 3 days and longer showed similar
levels of SAM-DC and ODC mRNA expression (not
shown).

SAM-DC and ODC enzyme activity were induced in
HSG cells adherent to fibronectin-, collagen I gel-, or
Matrigel-coated substrates for 4—24 h compared to cells
adherent to non-precoated substrates (Fig. 3C). The
extracellular matrix-dependent increase in SAM-DC
and ODC activity was the greatest after 8 h and was
enhanced ~7.5- or 4.5-fold, respectively, compared to
cells cultured on non-precoated substrates. After 48 h,
SAM-DC and ODC activity returned to basal levels.
HSG cells cultured on non-precoated substrates did not
show changes in SAM-DC or ODC activity over time.
Inclusion of MGBG inhibited SAM-DC activity by at
least 70% in HSG cells cultured on extracellular
matrices for 8 h and inclusion of DFMO inhibited ODC
activity by at least 80% in cells cultured on extracellular
matrices for 8 h (not shown).

HSG cells cultured on non-precoated, fibronectin-,
collagen I gel-, and Matrigel-coated substrates grew at
different rates. HSG cells cultured on fibronectin-coated
substrates had an increased growth rate, with a doubl-
ing time of less than 22 h, and grew to the highest
number of cells (1.4 x 10° cells/cm?) by day 5 (Fig. 4A).
Cells grown on non-precoated substrates had a slower
growth rate (doubling time of ~30 h) and grew to a lower
number of cells (8.0 x 10* cells/cm?) than cells cultured
on fibronectin. HSG cells grown on collagen I gel- or
Matrigel-coated substrates grew rapidly and almost
doubled over the first day of culture but then the growth
rate slowed and they grew to a lower number of cells by
day 5 (4.5 x 10* or 7.0 x 10* cells/cm?, respectively). In
addition, treatment of HSG cells with the polyamine
biosynthetic enzyme inhibitors, DFMO or MGBG, in-
hibited HSG cell growth. Treatment with DFMO or
MGBG for 3 days significantly (P < 0.05) decreased cell
growth on non-precoated, fibronectin-, collagen I gel-,
and Matrigel-coated substrates by approximately 30%
(Fig. 4B). Since, it appeared that HSG cells cultured on
collagen I gels or Matrigel showed an initial burst in cell
growth before slowing, we measured the incorporation
of 3H-thymidine into replicating DNA over the first 36 h
of culture. HSG cells cultured on fibronectin-, collagen I
gel-, and Matrigel-coated substrates displayed a peak
of DNA replication (28%—38% of the thymidine label
was incorporated during the 12—16 h labeling pulse)
that was earlier than in cells cultured on non-precoated
substrates (peak of thymidine incorporation at 24—28 h)
(Fig. 4C). Treatment of HSG cell cultures with DFMO or
MGBG also altered the incorporation of *H-thymidine
into the cellular DNA. For example, the pulse of *H-
thymidine incorporation seen in HSG cells cultured on
fibronectin-, collagen I gel-, or Matrigel-coated sub-
strates for 12—16 h was inhibited by 40%—50% (P < 0.05)
in the presence of DFMO or MGBG. Measuring changes
in cellular DNA content using flow cytometry also show-
ed that HSG cells cultured on fibronectin-, collagen I
gel-, and Matrigel-coated substrates entered the cell
cycle (increase in S phase) earlier than cells on non-
precoated substrates (Fig. 5). At the 8 h time point, cells
cultured on collagen I gel or Matrigel had a greater pro-
portion of cells in S phase (15% and 12%, respectively)
and Go/M phases (35% and 36%, respectively) than cells
cultured on non-precoated substrates (6% S phase and
17% Go/M phase).
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Fig. 4. The effects®® of different extracellular matrices and poly-
amine biosynthesis inhibitors on HSG cell growth. Part A: HSG cells
cultured on non-precoated, fibronectin, collagen I gel-, and Matrigel-
coated substrates were harvested and counted using a hemocytometer
to determine the changes in cell number during time in culture. Part
B: HSG cells cultured on the different substrates for 2 days in the
absence or presence of DFMO or MGBG were harvested and counted
to determine the effects of the inhibitors on cell growth. Part C: HSG
cells were cultured on the different substrates and then labeled with
3H-thymidine for sequential 4 h pulses over the 36 h experiment. The
incorporation of ®H-thymidine by the cultures of HSG cells was
measured in the absence or presence of DFMO or MGBG and the data
expressed as the percent total incorporation of *H-thymidine for each
labeling pulse.

Effect of polyamine biosynthesis inhibitors
on HSG cell differentiation

The effects of the polyamine synthesis inhibitors,
DFMO and MGBG, on HSG cell differentiation were
measured in cells cultured on collagen I gel- and
Matrigel-coated substrates. The inclusion of DFMO or
MGBG altered the morphology of HSG cell cultured on
Matrigel-coated substrates (Fig. 6A). In the presence of
DFMO or MGBG, the cells did not organize into duct- or
acinar-like structures to the same extent as in untreated
cultures. While the cells did show some changes in
culture organization creating a “honey-comb-like” pat-
tern in parts of the cultured monolayer, the treated cells
never showed the three-dimensional organization of
ducts and asci-like aggregates seen in untreated HSG
cells. HSG cells cultured on non-precoated, fibronectin,
or collagen I-coated substrates in the presence of DFMO
or MGBG showed similar culture morphologies but a
general decrease in cellularity.

Inclusion of DFMO or MGBG also inhibited the ex-
pression of the salivary gland differentiation markers.
In untreated HSG cells, the expression of vimentin,
SN-cystatin, and o-amylase was upregulated in cells
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Non-precoated Fibronectin Collagen  Matrigel
8h
1day
2 day
8h 1 day 2 days
G,SGM G SG/M G, S G/M
Non-precoated 77 6 17 44 11 45 42 22 36
Fibronectin 62 18 20 42 7 51 50 21 29
Collagen | gel 50 15 35 56 23 22 52 26 30
Matrigel 52 12 36 57 22 22 60 18 22

Fig. 5. HSG cells cultured on the different substrates for 8 h, 1 day or
2 days were harvested, fixed, and stained with propidium iodide. The
fluorescent profiles for the labeled cell populations were determined
by flow cytometry and the proportion of cells in the different phases
of the cell cycle determined (the table shows the average of three
independent experiments).

cultured on collagen I gel- and Matrigel-coated sub-
strates for 5 days (Fig. 6B). However, HSG cells cultured
on collagen I gel- or Matrigel-coated substrates in the
presence of DFMO showed a twofold downregulation
of vimentin expression, an eightfold downregulation
in o-amylase expression, and a fivefold downregula-
tion in SN-cystatin expression. Similarly, HSG cells
cultured on collagen I gel- or Matrigel-coated substrates
in the presence of MGBG, showed downregulation of
vimentin, a-amylase, and SN-cystatin by threefold, five-
fold, and sixfold, respectively, compared to the un-
treated controls.

DISCUSSION

The HSG cell line has been shown to undergo differ-
entiation when cultured on Matrigel-coated substrates
although the mechanisms underlying this differen-
tiation remain largely unknown (Royce et al., 1993;
Hoffman et al., 1996). In order to identify genes that
might be intermediates in extracellular matrix-induced
HSG cell differentiation, we isolated a population of
genes that were upregulated by adhesion to extracel-
lular matrix-coated substrates (Lafrenie et al., 1998).
One of these genes was the polyamine biosynthetic
gene, SAM-DC. Since polyamine biosynthesis is an
important contributor to cell growth and differentiation
(Choudhary et al., 1999), we examined the role of SAM-
DC and the related polyamine biosynthetic gene ODC in
matrix-induced HSG cell differentiation. In this study,
we showed that HSG cells cultured on fibronectin-,
collagen I gel-, or Matrigel-coated substrates for 12—24h
upregulated the polyamine biosynthetic enzymes SAM-
DC and ODC by fivefold or eightfold, respectively, and
upregulated SAM-DC and ODC enzyme activity by 4.5-
or 7.5-fold in 8 h. In addition, HSG cells cultured on these
substrates rapidly entered the cell cycle. However, when
HSG cells were grown on collagen I gel- or Matrigel-
coated substrates for 3—5 days, cellular proliferation

A

Matrigel

Collagen | gel |

fibronectin

MNon-precoated

B Control ~ DFMO Control ~ MGBG
NFCMNFCM NFCMNFCM
Vimentin & & “.“ .’. | ‘. -
a-amylase . | 'l
208 *3
SN-cystatin 3 | re §
. -® 4-

=

GAPDH M “

Fig. 6. Effect of polyamine synthesis inhibitors on extracellular
matrix-dependent HSG cell differentiation. Part A: HSG cells were
cultured on fibronectin- or Matrigel-coated substrates in the presence
of DFMO or MGBG for 3 days. Cell morphology was examined and
recorded using phase-contrast microscopy. Part B: HSG cells were
cultured on non-precoated (N), fibronectin- (F), collagen I gel- (C), and
Matrigel-coated (M) substrates for 3 days in the presence or absence of
the polyamine inhibitors DFMO or MGBG. Total RNA was purified
and subjected to Northern blot analysis for vimentin, SN-cystatin, o-
amylase, and GAPDH mRNA expression.

slowed and the cultures acquired a differentiated
phenotype.

HSG cells cultured on Matrigel for 5 days had many
of the morphologic characteristics of intact salivary
glands with large asci-like cellular aggregates con-
nected via hollow duct-like structures. HSG cells on
collagen I gel-coated substrates for 5 days showed more
subtle changes in morphology. The cells appeared more
rounded and the cultures formed some multicellular
“dome” structures consistent with contact-induced dif-
ferentiation (Pantschenko et al., 2000; Schreider et al.,
2002). In contrast, HSG cells spread on the non-
precoated, gelatin-, or fibronectin-coated substrates
and did not form multicellular structures. In addition
to changes in morphology, HSG cells grown on collagen I
gel- or Matrigel-coated substrates for 3—5 days expres-
sed increased levels of vimentin and the salivary gland
differentiation markers SN-cystatin, and o-amylase,
consistent with previous reports (Shirasuna et al., 1981;
Royce et al., 1993; Hoffman et al., 1996; Zheng et al.,
1998; Jung et al., 2000). HSG cells on non-precoated,
fibronectin-, or gelatin-coated substrates did not show
enhanced expression of salivary gland differentiation
markers. Matrigel is the only substrate that promotes
a completely differentiated morphology, however, both
collagen I gel and Matrigel promoted expression of sali-
vary gland differentiation markers. Thus, changes in
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morphology were not mechanistically required for
expression of the differentiation markers. Adhesion of
the HSG cells to the substrate, mediated by integrin
adhesion molecules, are required for in vitro differentia-
tion since inclusion of an anti-f1 antibody that blocked
cell/matrix adhesion (clone mAb13) also blocked the
formation of duct-like structures by cells cultured on
Matrigel-coated substrates. Alternately, culturing cells
on substrates precoated with anti-functional B1 integrin
antibodies (clone mAb13, that blocks ligand binding for
all Bl-containing integrins (Mould et al., 1996)) pro-
moted the early stages of differentiation and enhanced
expression of vimentin protein. Vimentin is expressed
by myoepithelial cells in the immature acinus of the
developing salivary gland (Ogawa, 2003) and is expres-
sed during epithelial-mesenchymal transition that
occurs early in differentiation. Thus, in vitro differen-
tiation of HSG cells appears to be dependent on integrin-
mediated adhesion.

Previous experiments have shown that culturing
various cells on Matrigel-coated substrates can induce
differentiation-like phenotypic changes. For example,
endothelial cells and some epithelial cell lines have been
shown to form duct-like structures on Matrigel-coated
substrates (Grant et al., 1989; Schmeichel and Bissell,
2003). Murine mammary epithelial cells grown on
Matrigel-coated substrates also enhance the expres-
sion of the tissue-specific differentiation markers casein
and whey protein (Lin et al., 1995; Streuli et al., 1995)
and hepatocytes grown on Matrigel or collagen I gels
enhance expression of albumin (DiPersio et al., 1991).
These studies have shown that adhesion of cells to
Matrigel or collagen I was mediated by B1 integrin
family adhesion molecules and that these B1 integrin-
dependent interactions were critical for the expression
of the differentiation markers (Roskelley et al., 1994). In
the HSG cell model, the «2B1 integrin partially mediated
adhesion to the differentiating substrates, collagen I
and Matrigel, suggesting o2p1 integrin may induce
the signals that lead to differentiation. We have previ-
ously shown that adhesion of HSG cells to fibronectin or
collagen I gel can induce different genes suggesting that
each integrin can promote different signaling pathways
(Lafrenie et al., 1998). However, HSG cells adherent to
gelatin (denatured collagen I)-coated substrates, which
was also mediated by the 281 integrin, did not promote
differentiation. This suggests that factors in addition to
a2B1 are involved. One of the possibilities is the nature
of the substrate. It has been suggested that culturing
cells on the relatively pliable collagen I gels or Matrigel
allows the cell to undergo changes in cell shape, such as
cell rounding, that are required for adhesion-dependent
changes in cellular differentiation (Roskelley et al.,
1994; Cukierman et al., 2002). In contrast, cells cultured
on rigid gelatin- or fibronectin-coated substrates cannot
undergo these required changes in cell shape and there-
fore cannot differentiate. For example, mammary epi-
thelial cells, cultured on Matrigel or in suspension,
became rounded, did not proliferate, and were able to
express differentiation markers even as single cells,
while cells cultured on dried extracellular matrix sub-
strates spread, remained flat, and did not express dif-
ferentiation markers (Close et al., 1997).

Culturing HSG cells on Matrigel-, collagen I gel-, or
fibronectin-coated substrates also upregulated the ex-
pression of the polyamine biosynthetic enzymes, SAM-
DC and ODC. Treatment of cells with growth factors or
other stimuli that activate the Ras, PKC, or MAP kinase
pathways enhances the expression of SAM-DC and ODC

(Hurta et al., 1993, 1996; Soininen et al., 1996; Bielecki
and Hurta, 2000). Since integrin-mediated adhesion
can also activate the Ras, PKC, or MAP kinase signal-
ing pathways (Clark and Brugge, 1995; Yamada and
Miyamoto, 1995; Lafrenie and Yamada, 1998; Giancotti
and Ruoslahti, 1999; Lam et al., 2001; Hynes, 2002), it
is not surprising that adhesion also enhances SAM-DC
and ODC expression. We have previously shown that
the upregulated expression of SAM-DC (RL10) follow-
ing adhesion of HSG cells to fibronectin- or collagen I
gel-coated substrates requires adhesion-dependent acti-
vation of the PKC (Lam et al., 2001) and MAP kinase
(Lam et al., in preparationé“) signaling pathways.
Interestingly, the expression of the salivary gland diff-
erentiation marker, a-amylase, during HSG differen-
tiation also requires both the PKC and MAP kinase
signaling pathways (Zheng et al., 1998; Jung et al.,
2000).

Since polyamine biosynthesis is usually related to
changes in cellular proliferation (Pegg, 1988; Heby and
Persson, 1990; Marton and Pegg, 1995), the ability of
cells adherent to different substrates to alter SAM-DC
and ODC expression suggests that the culture substrate
may alter the growth rate of the cells. In fact, culturing
HSG cells on the various extracellular matrix substrates
did have effects on cellular proliferation. HSG cells
cultured on fibronectin-coated substrates grew faster
than cells on non-precoated substrates. Interestingly,
HSG cells cultured on Matrigel- and collagen I gel-
coated substrates grew more slowly than cells grown on
non-precoated substrates. However, closer examina-
tion showed that HSG cells cultured on collagen I- or
Matrigel-coated substrates showed an early increase in
growth rate and earlier entry of cells into cell cycle in
comparison to cells on non-precoated substrates. These
early differences in cell growth rates were also shown
by alterations in DNA replication since incorporation of

H-thymidine into replicating DNA was earlier in cells
cultured on extracellular matrix-coated substrates. To
determine if the changes in growth rate involved poly-
amine biosynthesis, the growth of HSG cells cultured
in the absence or presence of pharmacological inhibitors
of SAM-DC or ODC were determined. MGBG and
DFMO, specific inhibitors of SAM-DC and ODC, respec-
tively, are potent inhibitors of cell growth and can
inhibit malignant behavior in several cultured cancer
cells (Pegg, 1988; Gawel-Thompson and Greene, 1989;
Hurta et al., 1993, 1996; Soininen et al., 1996; Desiderio
et al.,, 1998; Bielecki and Hurta, 2000). Inclusion
of DFMO or MGBG inhibited cell growth and *H-
thymidine incorporation by HSG cells cultured on all
of the substrates suggesting adhesion-induced polya-
mine biosynthetic enzymes contributed to changes in
cell growth. Further, these results are consistent with
previous results that showed that polyamine biosynth-
esis is a critical component of cellular proliferation and
indicate that the polyamine biosynthesis inhibitors are
active in HSG cells.

Since adhesion of HSG cells to extracellular matrices
can induce the expression of SAM-DC and ODC and
promote cellular differentiation, the impact of poly-
amine synthetic enzyme expression on cellular differ-
entiation was determined using polyamine biosynthesis
inhibitors. Treatment of HSG cells cultured on collagen I
gel- or Matrigel-coated substrates with inhibitors of
polyamine biosynthesis, DFMO or MGBG, was able to
inhibit, or delay, HSG cell differentiation as determin-
ed by changes in culture morphology and the expres-
sion of the salivary gland differentiation markers. This
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supports the idea that polyamine biosynthesis is func-
tionally involved in matrix-dependent differentiation of
HSG cells. However, HSG cells adherent to fibronectin
can induce SAM-DC and ODC expression but do not
differentiate indicating that alterations in the poly-
amine synthetic enzymes are not sufficient for adhesion-
dependent differentiation. Thus, differences in signals,
in addition to polyamine synthesis, induced in cells
adherent to fibronectin versus cells adherent to collagen
I gel or Matrigel are likely involved.

The increased expression of ODC and SAM-DC has
been associated with cell proliferation, progression
through the cell cycle, and carcinogenesis. Overexpres-
sion of ODC also promotes cell growth and neoplastic
transformation in a variety of cell types. Since differen-
tiation is usually associated with a decrease in cellular
proliferation, it seems paradoxical that Matrigel-
induced differentiation of HSG cells is associated with
elevated levels of ODC and SAM-DC and that inhibitors
of ODC or SAM-DC can inhibit/delay differentiation.
In some experimental systems, inhibition of ODC (by
addition of DFMO) can promote differentiation. For
example, DFMO treatment induces differentiation of
erythroleukemia (MEL) cells as measured by their abil-
ity to synthesized hemoglobin (Choudhary et al., 1999).
However, in HSG cells, adhesion to Matrigel (and
collagen I gel)-coated substrates promoted a rapid rise
(2—8 h) in ODC and SAM-DC activity and a rapid entry
into the cell cycle although continued culture on
Matrigel (or collagen I) resulted in a marked slowing of
growth rate and acquisition of differentiated character-
istics. Inhibition of ODC or SAM-DC was shown to delay
entry into the cell cycle and to inhibit/delay differentia-
tion. These data suggest that Matrigel-dependent
differentiation of HSG cells may require an early round
of cell division and suggest that entry into the cell cycle
might be important for differentiation. It is possible that
the transient signals initiated by adhesion collaborate
with an early entry into the cell cycle to promote dif-
ferentiation. Thus, the ability of treatment with DFMO
or MGBG to delay cell-cycle entry is sufficient to inhibit
differentiation.

ACKNOWLEDGMENTS

We thank Anna Kozarova for critical appraisal of this
manuscript and for many helpful suggestions.

LITERATURE CITED

Akiyama SK, Yamada SS, Chen WT, Yamada KM. 1989. Analysis of fibronectin
receptor function with monoclonal antibodies: Roles in cell adhesion, migra-
tion, matrix assembly, and cytoskeletal organization. J Cell Biol 109:863—875.

Bielecki D, Hurta RA. 2000. Insulin-mediated alterations in S-adenosylmethio-
nine decarboxylase expression in H-ras transformed cells of varying degrees of
malignancy. Cell Signal 12:451-456.

Chomezynski P, Sacchi N. 1987. Single-step method of RNA isolation by acid
guanidinium thiocyanate—phenol—chloroform extraction. Anal Biochem 162:
156-159.

Choudhary SK, Sharma D, Dixit A. 1999. p,L-a-difluoromethylornithine, an
irreversible inhibitor of ornithine decarboxylase, induces differentiation in
MEL cells. Cell Biol Inter 23:489—-495.

Clark EA, Brugge JS. 1995. Integrins and signal transduction pathways: The
road taken. Science 268:233-239.

Close MJ, Howlett AR, Roskelley CD, Desprez PY, Bailey N, Rowning B, Teng
CT, Stampfer MR, Yaswen P. 1997. Lactoferrin expression in mammary
epithelial cells is mediated by changes in cell shape and actin cytoskeleton.
J Cell Sci 110:2861-2871.

Coleman CS, Pegg AE. 1998. Assay of mammalian ornithine decarboxylase
activity using [14C] ornithine. In: Morgan DML, editor. Methods in molec-
ular biology. Vol. 79: Totowa, NdJ: Polyamine Protocols, Humana Press, Inc.
pp 41-44.

Cukierman E, Pankov R, Yamada KM. 2002. Cell interactions with three-
dimensional matrices. Curr Opin Cell Biol 14:633—639.

Denton CP. 1998. Leucine incorporation and thymidine incorporation. In:
Morgan DML, editor. Methods in molecular biology. Vol. 79: Totowa, NdJ:
Polyamine Protocols, Humana Press, Inc. pp 169-179.

Desiderio MA, Poglianghi G, Dansi P. 1998. Hepatocyte growth factor-induced
expression of ornithine decarboxylase, c-met, and c-myc is differently affected

by protein kinase inhibitors in human hepatoma cells HepG2. Exp Cell Res
242:401-409.

DiPersio CM, Jackson DA, Zaret KS. 1991. The extracellular matrix coordinately
modulates liver transcription factors and hepatocyte morphology. Mol Cell Biol
11(9):4405-4414.

Eversole LR. 1971. Histogenic classification of salivary tumors. Arch Pathol 92:
433-443.

Gawel-Thompson KdJ, Greene RM. 1989. Epidermal growth factor: Modulator of
murine embryonic palate mesenchymal cell proliferation, polyamine biosynth-
esis, and polyamine transport. J Cell Physiol 140:359-370.

Giancotti FG, Ruoslahti E. 1999. Integrin signaling. Science 285:1028—1032.

Grant DS, Tashiro K, Segui-Real B, Yamada Y, Martin GR, Kleinman HK. 1989.
Two different laminin domains mediate the differentiation of human endo-
thelial cells into capillary-like structures in vitro. Cell 58:933—943.

Heby O, Persson L. 1990. Molecular genetics of polyamine synthesis in eukaryotic
cells. Trends Biochem Sci 15:153—158.

Hoffman MP, Kibbey MC, Letterio JJ, Kleinman HK. 1996. Role of laminin-1 and
TGF-B-3 in acinar differentiation of a human submandibular gland cell line
(HSG). J Cell Sci 109:2013—-2021.

Hurta RA. 2000. Altered ornithine decarboxylase and S-adenosylmethionine
decarboxylase expression and regulation in mouse fibroblasts transformed with
oncogenes or constitutively active Mitogen-Activated Protein (MAP) kinase
kinase. Mol Cell Biochem 215:81-92.

Hurta RA. 2001. S-adenosylmethionine decarboxylase gene expression is regu-
lated by the cAMP signal transduction pathway in H-ras transformed fibro-
sarcoma cells capable of malignant progression. J Cell Biochem 81:209-221.

Hurta RA, Greenberg AH, Wright JA. 1993. Transforming growth factor beta 1
selectively regulates ornithine decarboxylase gene expression in malignant H-
ras transformed fibrosarcoma cell lines. J Cell Physiol 156:272—-279.

Hurta RA, Huang A, Wright JA. 1996. Basic fibroblast growth factor selectively
regulates ornithine decarboxylase gene expression in malignant H-ras
transformed cells. J Cell Biochem 60:572—583.

Hynes RO. 2002. Integrins. Cell 110:673—687.

Janne OA, Crozat A, Pavimo J, Eisenberg LM. 1991. Androgen-regulation
of ornithine decarboxylase and S-adenosylmethionine decarboxylase genes.
J Steroid Biochem Mol Biol 40:307—315.

Jung DW, Hecht D, Ho SW, O’Connell BC, Kleinman HK, Hoffman MP. 2000.
PKC and ERK1/2 regulate amylase promoter activity during differentiation of
a salivary gland cell line. J Cell Physiol 185:215-225.

Kahana C, Nathans D. 1985. Translational regulation of mammalian ornithine
decarboxylase by polyamines. J Biol Chem 260:15390—-15393.

Katz A, Kahana C. 1987. Transcriptional activation of mammalian ornithine
decarboxylase during stimulated growth. Mol Cell Biol 7:2641—-2643.

Lafrenie RM, Yamada KM. 1998. Integrins and matrix molecules in salivary
gland cell adhesion, signalling, and gene expression. NY Acad Sci 842:42—48.

Lafrenie RM, Bernier SM, Yamada KM. 1998. Adhesion to fibronectin or collagen
I gel induces rapid, extensive, biosynthetic alterations in epithelial cells. J Cell
Physiol 175:163—-173.

Lam K, Zhang L, Yamada KM, Lafrenie RM. 2001. Adhesion of epithelial cells to
fibronectin or collagen I induces alterations in gene expression via a protein
kinase C-dependent mechanism. J Cell Physiol 189:79-90.

Lin CQ, Dempsey PdJ, Coffey RdJ, Bissell MdJ. 1995. Extracellular matrix regulates
whey acidic protein gene expression by suppression of TGF-alpha in mouse
mammary epithelial cells: Studies in culture and in transgenic mice. J Cell Biol
129:1115-1126.

Marton LdJ, Pegg AE. 1995. Polyamines as targets for therapeutic intervention.
Annu Rev Pharmacol Toxicol 35:55—91.

Mould AP, Akiyama SK, Humphries MdJ. 1996. The inhibitory anti-p1 integrin
monoclonal antibody 13 recognizes an epitope that is attenuated by ligand
occupancy. J Biol Chem 271:20365-20374.

Mould AP, Garrat AN, Puzon-McLaughlin W, Takada Y, Humphries MJ. 1998.
Regulation of integrin function: Evidence that bivalent-cation-induced con-
formation changes lead to unmasking of ligand binding sites within integrin
a5p1. Biochem J 331:821-828.

Ogawa Y. 2003. Immunocytochemistry of myoepithelial cells in the salivary
glands. Prog Histochem Cytochem 38:343—426.

Pantschenko AG, Woodcock-Mitchell J, Bushmich SL, Yang TdJ. 2000. Establish-
ment and characterization of a caprine mammary epithelial cell line (CMEC).
In Vitro Cell Dev Biol Anim 36:26—37.

Pegg AE. 1988. Polyamine metabolism and its importance in neoplastic growth
and a target for chemotherapy. Cancer Res 48:759—-774.

Pegg AE, McCann PP. 1982. Polyamine metabolism and function. Am J Physiol
243:C212—-C221.

Pegg AE, McCann PP. 1992. S-adenosylmethionine decarboxylase as an enzyme
target for therapy. Pharmacol Ther 56:359—-377.

Pintus G, Tadolini B, Maioli M, Posadino AM, Bennardini F, Bettuzzi S, Ventura
C. 1998. Heparin inhibits phorbol ester-induced ornithine decarboxylase gene
expression in endothelial cells. FEBS Lett 423:98—104.

Roskelley DD, Desprez PY, Bissell MJ. 1994. Extracellular matrix-dependent
tissue-specific gene expression in mammary epithelial cells requires both
physical and biochemical signal transduction. Proc Natl Acad Sci USA 91:
12378-12382.

Royce LS, Kibbey MC, Mertz P, Kleinman HP, Baum BdJ. 1993. Human neoplastic
submandibular intercalated duct cells express an acinar phenotype when
cultured on a basement membrane matrix. Differentiation 52:247—255.

Schmeichel K, Bissell MJ. 2003. Modeling tissue-specific signaling and organ
function in three dimensions. J Cell Sci 116:2377—2388.

Schreider C, Peignon G, Thenet S, Chambaz J, Pincon-Raymond M. 2002.
Integrin-mediated functional polarization of Caco-2 cells through E-cadherin-
actin complexes. J Cell Sci 115:542—552.

Sertich GJ, Pegg AE. 1987. Polyamine administration reduces ornithine decar-
boxylase activity without affecting its mRNA content. Biochem Biophys Res
Commun 143:424-430.

Shantz LM, Pegg AE. 1998. Assay of mammalian S-adenosylmethionine de-
carboxylase activity. In: Morgan DML, editor. Methods in molecular biology.
Vol. 79: Totowa, NJ: Polyamine Protocols, Humana Press, Inc. pp 45-49.

Shirasuna K, Sata M, Miyazaki T. 1981. A neoplastic epithelial duct cell line
established from an irradiated human salivary gland. Cancer 48:745-752.



HSG CELLS DIFFERENTIATED BY CULTURE ON EXTRACELLULAR MATRIX® 9

Soininen T, Liisanantti MK, Pajunen AE. 1996. S-adenosylmethionine decarbox-
ylase gene expression in rat hepatoma cells: Regulation by insulin and by
inhibition of protein synthesis. Biochem J 316:273—277.

Song HJ, Kim TH, Cho CK, Yoo SY, Park KS, Lee YS. 1998. Increased ex-
pression of ornithine decarboxylase by y-ray in mouse epidermal cells: Rela-
tionship with protein kinase C signaling pathway. J Radiat Res (Tokyo) 39:
175-184.

Streuli CH, Schmidhauser C, Bailey N, Yurchenco P, Skubitz AP, Roskelley C,
Bissell MJ. 1995. Laminin mediates tissue-specific gene expression in mam-
mary epithelia. J Cell Biol 129:591-603.

Sunkara PS, Rosenberger AL. 1987. Antimetastatic activity of pr-alpha-
difluoromethylornithine, an inhibitor of polyamine biosynthesis, in mice. Cancer
Res 47:933-935.

Tabor CW, Tabor H. 1984. Polyamines. Annu Rev Biochem 53:749—790.

Thomas T, Faaland CA, Adhikarakunnathu S, Thomas TdJ. 1996. Structure-
activity of S-adenosylmethionine decarboxylase inhibitors on the growth of
MCF-7 breast cancer cells. Breast Cancer Res Treat 39:293—306.

Verma AK. 1990. Inhibition of tumor promotion by pr-alpha-difluoromethylor-
nithine, a specific irreversible inhibitor of ornithine decarboxylase. Basic Life
Sci 52:195-204.

: Please check the short title.
Reference not given in reference list.
Please provide complete location.

: Please update.

T3

Au: No cross-citation of “*’ in figure.

RREBEBE

Au: No cross-citation of “*’ in Figure Legend.

Voskas D, Mader R, Lee J, Hurta RA. 2001a. Tumour promoter mediated altered
expression and regulation of ornithine decarboxylase and S-adenosylmethio-
nine decarboxylase in H-ras-transformed fibrosarcoma cell lines. Biochem Cell
Biol 79:69-81.

Voskas D, Kim M, Hurta RA. 2001b. Platelet-derived growth factor mediat-
ed altered expression and regulation of ornithine decarboxylase in H-ras-
transformed cell lines. Cell Signal 3:401-409.

Wallon UM, Persson L, Heby O. 1995. Regulation of ornithine decarboxylase
during cell growth. Changes in the stability and translatability of the mRNA,
and in the turnover of the protein. Mol Cell Biolchem 146:39—44.

Wayner EA, Carter WG, Piotrowicz RS, Kunicki TJ. 1988. The function of
multiple extracellular matrix receptors in mediating cell adhesion to extra-
cellular matrix: Preparation of monoclonal antibodies to the fibronectin
receptor that specifically inhibit cell adhesion to fibronectin and react with
platelet glycoproteins Ic-Ila. J Cell Biol 107:1881-1891.

Yamada KM, Miyamoto S. 1995. Integrin transmembrane signalling and
cytoskeletal control. Curr Opin Cell Biol 7:681-689.

Zheng C, Hoffman MP, McMillan T, Kleinman HK, O’Connell BC. 1998. Growth
factor regulation of the amylase promoter in a differentiating salivary acinar
cell line. J Cell Physiol 177:628—635.



WILEY

Publishers Since 1807

111 RIVER STREET, HOBOKEN, NJ 07030

ELECTRONIC PROOF CHECKLIST, JOURNAL OF CELLULAR PHYSIOLOGY

**IMMEDIATE RESPONSE REQUIRED***
Please follow these instructions to avoid delay of publication.

[ ] READ PROOFS CAREFULLY
This will be your only chance to review these proofs.
Please note that the volume and page numbers shown on the proofs are for position only.

[ ] ANSWER ALL QUERIES ON PROOFS (Queries for you to answer are attached as the last page of your proof.)
Mark all corrections directly on the proofs. Note that excessive author alterations may ultimately result in delay of
publication and extra costs may be charged to you.

[ ] CHECK FIGURES AND TABLES CAREFULLY (Color figures will be sent under separate cover.)
Check size, numbering, and orientation of figures.
All images in the PDF are downsampled (reduced to lower resolution and file size) to facilitate Internet delivery.
These images will appear at higher resolution and sharpness in the printed article.
Review figure legends to ensure that they are complete.
Check all tables. Review layout, title, and footnotes.

[ ] COMPLETE REPRINT ORDER FORM
Fill out the attached reprint order form. It is important to return the form even if you are not ordering reprints. You
may, if you wish, pay for the reprints with a credit card. Reprints will be mailed only after your article appears in
print. This is the most opportune time to order reprints. If you wait until after your article comes off press, the
reprints will be considerably more expensive.

RETURN [ IPROOFS
[LIREPRINT ORDER FORM
ClcTtA (If you have not already signed one)

RETURN WITHIN 48 HOURS OF RECEIPT VIA FAX TO MATT HOLLENDER AT 201-748-6052

QUESTIONS? Matt Hollender, Associate Production Editor
Phone: 201-748-5910
E-mail: mhollend@wiley.com[]
Refer to journal acronym and article production number
(i.e., JCP 00-001 for Journal of Cellular Physiology ms 00-001).



Date:

To:

Re: Manuscript entitled

WI LEY 111 River Street
Hoboken, NJ 07030
Publishers Since 1807

COPYRIGHT TRANSFER AGREEMENT

Production/Contribution
ID#
Publisher/Editorial office use only

(the "Contribution™)

for publication in JOURNAL OF CELLULAR PHYSIOLOGY (the "Journa")
published by Wiley-Liss, Inc., asubsidiary of John Wiley & Sons, Inc. ( "Wiley").

Dear Contributor(s):

Thank you for submitting your Contribution for publication. In order to expedite the publishing process and enable Wiley to
disseminate your work to the fullest extent, we need to have this Copyright Transfer Agreement signed and returned to us as
soon as possible. If the Contribution is not accepted for publication this Agreement shall be null and void.

A. COPYRIGHT

1

The Contributor assigns to Wiley, during the full term of copyright and any extensions or renewals of that term, all
copyright in and to the Contribution, including but not limited to the right to publish, republish, transmit, sell,
distribute and otherwise use the Contribution and the material contained therein in electronic and print editions of
the Journal and in derivative works throughout the world, in all languages and in all media of expression now
known or later developed, and to license or permit othersto do so.

Reproduction, posting, transmission or other distribution or use of the Contribution or any material contained
therein, in any medium as permitted hereunder, requires a citation to the Journal and an appropriate credit to Wiley
as Publisher, suitable in form and content as follows: (Title of Article, Author, Journal Title and VVolume/lssue
Copyright & [year] Wiley-Liss, Inc. or copyright owner as specified in the Journal.)

B. RETAINED RIGHTS

Notwithstanding the above, the Contributor or, if applicable, the Contributor's Employer, retains all proprietary rights
other than copyright, such as patent rights, in any process, procedure or article of manufacture described in the
Contribution, and the right to make oral presentations of material from the Contribution.

C. OTHER RIGHTSOF CONTRIBUTOR

Wiley grants back to the Contributor the following:

1

The right to share with colleagues print or electronic "preprints' of the unpublished Contribution, in form and
content as accepted by Wiley for publication in the Journal. Such preprints may be posted as electronic files on the
Contributor's own website for personal or professional use, or on the Contributor's internal university or corporate
networks/intranet, or secure external website at the Contributor’ s institution, but not for commercial sale or for any
systematic external distribution by athird party (e.g., alistserve or database connected to a public access server).
Prior to publication, the Contributor must include the following notice on the preprint: "Thisis a preprint of an
article accepted for publication in [Journal title] O copyright (year) (copyright owner as specified in the Journal)".
After publication of the Contribution by Wiley, the preprint notice should be amended to read as follows: "Thisisa
preprint of an article published in [include the complete citation information for the final version of the Contribution
as published in the print edition of the Journal]”, and should provide an electronic link to the Journal's WWW site,
located at the following Wiley URL: http://www.interscience.Wiley.com/. The Contributor agrees not to update the
preprint or replace it with the published version of the Contribution.



2. Theright, without charge, to photocopy or to transmit online or to download, print out and distribute to a colleague a
copy of the published Contribution in whole or in part, for the Contributor's personal or professional use, for the
advancement of scholarly or scientific research or study, or for corporate informational purposes in accordance with
Paragraph D.2 below.

3. Theright to republish, without charge, in print format, all or part of the material from the published Contribution in
a book written or edited by the Contributor.

4. Theright to use selected figures and tables, and selected text (up to 250 words, exclusive of the abstract) from the
Contribution, for the Contributor's own teaching purposes, or for incorporation within another work by the
Contributor that is made part of an edited work published (in print or electronic format) by athird party, or for
presentation in electronic format on an internal computer network or external website of the Contributor or the
Contributor's employer.

5. Theright to include the Contribution in a compilation for classroom use (course packs) to be distributed to students
at the Contributor’ sinstitution free of charge or to be stored in electronic format in datarooms for access by students
at the Contributor’ s institution as part of their course work (sometimes called “€electronic reserve rooms’) and for in-
house training programs at the Contributor’ s employer.

CONTRIBUTIONS OWNED BY EMPLOYER

1. If the Contribution was written by the Contributor in the course of the Contributor's employment (as a "work-made-
for-hire" in the course of employment), the Contribution is owned by the company/employer which must sign this
Agreement (in addition to the Contributor’ s signature), in the space provided below. In such case, the
company/employer hereby assigns to Wiley, during the full term of copyright, al copyright in and to the
Contribution for the full term of copyright throughout the world as specified in paragraph A above.

2. In addition to the rights specified as retained in paragraph B above and the rights granted back to the Contributor
pursuant to paragraph C above, Wiley hereby grants back, without charge, to such company/employer, its
subsidiaries and divisions, the right to make copies of and distribute the published Contribution internally in print
format or electronically on the Company's internal network. Upon payment of the Publisher's reprint fee, the
institution may distribute (but not resell) print copies of the published Contribution externally. Although copies so
made shall not be available for individual re-sale, they may be included by the company/employer as part of an
information package included with software or other products offered for sale or license. Posting of the published
Contribution by the institution on a public access website may only be done with Wiley's written permission, and
payment of any applicable fee(s).

GOVERNMENT CONTRACTS

In the case of a Contribution prepared under U.S. Government contract or grant, the U.S. Government may reproduce,
without charge, all or portions of the Contribution and may authorize othersto do so, for official U.S. Government
purposes only, if the U.S. Government contract or grant so requires. (U.S. Government Employees. see note at end).

COPYRIGHT NOTICE

The Contributor and the company/employer agree that any and all copies of the Contribution or any part thereof
distributed or posted by them in print or electronic format as permitted herein will include the notice of copyright as
stipulated in the Journal and afull citation to the Journal as published by Wiley.

CONTRIBUTOR'SREPRESENTATIONS

The Contributor represents that the Contribution is the Contributor's origina work. If the Contribution was prepared
jointly, the Contributor agrees to inform the co-Contributors of the terms of this Agreement and to obtain their signature
to this Agreement or their written permission to sign on their behalf. The Contribution is submitted only to this Journal
and has not been published before, except for "preprints’ as permitted above. (If excerpts from copyrighted works owned
by third parties are included, the Contributor will obtain written permission from the copyright owners for all uses as set
forth in Wiley's permissions form or in the Journal's Instructions for Contributors, and show credit to the sourcesin the
Contribution.) The Contributor also warrants that the Contribution contains no libelous or unlawful statements, does not
infringe on the rights or privacy of others, or contain material or instructions that might cause harm or injury.



CHECK ONE:

[ Contributor-owned work Contributor's signature Date

Type or print name and title

Co-contributor's signature Date

Type or print name and title

ATTACH ADDITIONAL SIGNATURE PAGE ASNECESSARY

[ Company/Institution-owned work Company or Institution (Employer-for-Hire)  Date
(made-for-hire in the
course of employment)

Authorized signature of Employer Date

[ |U.S. Gover nment work

Note to U.S. Government Employees

A Contribution prepared by a U.S. federal government employee as part of the employee's official duties, or which isan
official U.S. Government publication is called a"U.S. Government work," and is in the public domain in the United States. In
such case, the employee may cross out Paragraph A.1 but must sign and return this Agreement. If the Contribution was not
prepared as part of the employee's duties or is not an official U.S. Government publication, it is not a U.S. Government work.

[ JU.K. Government work (Crown Copyright)

Noteto U.K. Government Employees

The rightsin a Contribution prepared by an employee of a U.K. government department, agency or other Crown body as part
of his/her official duties, or which is an official government publication, belong to the Crown. In such case, the Publisher
will forward the relevant form to the Employee for signature.




WILEY

Publishers Since 1807
JOURNAL OF CELLULAR PHYSIOLOGY

Telephone Number: . Facsimile Number:;

To: Mr. Matt Hollender

Fax: 201-748-6052

From:

Date:

Re: Journal of Cellular Physiology, ms #




C1

WILEY

Publishers Since 1807

REPRINT BILLING DEPARTMENT - 111 RIVER STREET - HOBOKEN, NJ 07030
PHONE: (201) 748-6353; FAX: (201) 748-6052
E-MAIL: reprints@wiley.com
PREPUBLICATION REPRINT ORDER FORM

Please complete thisform even if you are not ordering reprints. Thisform MUST be returned with your corrected
proofs and original manuscript. Y our reprints will be shipped approximately 4 weeks after publication. Reprints ordered
after printing will be substantially more expensive.

JOURNAL  JOURNAL OF CELLULAR PHYSIOLOGY VOLUME ISSUE
TITLE OF MANUSCRIPT
MS. NO. NO. OF PAGES AUTHOR(S)
No. of Pages 100 Reprints 200 Reprints 300 Reprints 400 Reprints 500 Reprints
$ $ $ $ $
1-4 336 501 694 890 1052
5-8 469 703 987 1251 1477
9-12 594 923 1234 1565 1850
13-16 714 1156 1527 1901 2273
17-20 794 1340 1775 2212 2648
21-24 911 1529 2031 2536 3037
25-28 1004 1707 2267 2828 3388
29-32 1108 1894 2515 3135 3755
33-36 1219 2092 2773 3456 4143
37-40 1329 2290 3033 3776 4528

**REPRINTSARE ONLY AVAILABLE IN LOTSOF 100. IFYOU WISH TO ORDER MORE THAN 500 REPRINTS, PLEASE CONTACT OUR REPRINTS
DEPARTMENT AT (201) 748-6353 FOR A PRICE QUOTE.

[] Pleasesend me reprints of the above article at $
Please add appropriate State and Local Tax (Tax Exempt $
No. )
for United States orders only.
Please add 5% Postage and Handling $
TOTAL AMOUNT OF ORDER** $
**|nternational orders must be paid in currency and drawn on a U.S. bank
Please check one: [] Check enclosed [] Billme [] Credit Card
If credit card order, charge to: [ ] American Express [] Visa [] MasterCard
Credit Card No Signature Exp. Date
BILL TO: SHIPTO:  (Please, no P.O. Box numbers)
Name Name
Ingtitution Ingtitution
Address Address
Purchase Order No. Phone Fax

E-mall




Softproofing for advanced Adobe Acrobat Users - NOTES tool
NOTE: ACROBAT READER FROM THE INTERNET DOES NOT CONTAIN THE NOTES TOOL USED IN THIS PROCEDURE.

Acrobat annotation tools can be very useful for indicating changes to the PDF proof of your article.
By using Acrobat annotation tools, a full digital pathway can be maintained for your page proofs.

The NOTES annotation tool can be used with either Adobe Acrobat 3.0x or Adobe Acrobat 4.0.
Other annotation tools are also available in Acrobat 4.0, but this instruction sheet will concentrate
on how to use the NOTES tool. Acrobat Reader, the free Internet download software from Adobe,
DOES NOT contain the NOTES tool. In order to softproof using the NOTES tool you must have
the full software suite Adobe Acrobat Exchange 3.0x or Adobe Acrobat 4.0 installed on your com-
puter.

Steps for Softproofing using Adobe Acrobat NOTES tool:

1. Open the PDF page proof of your article using either Adobe Acrobat Exchange 3.0x or Adobe
Acrobat 4.0. Proof your article on-screen or print a copy for markup of changes.

2. Go to File/Preferences/Annotations (in Acrobat 4.0) or File/Preferences/Notes (in Acrobat 3.0)
and enter your name into the “default user” or “author” field. Also, set the font size at 9 or 10
point.

3. When you have decided on the corrections to your article, select the NOTES tool from the
Acrobat toolbox and click in the margin next to the text to be changed.

4. Enter your corrections into the NOTES text box window. Be sure to clearly indicate where the
correction is to be placed and what text it will effect. If necessary to avoid confusion, you can
use your TEXT SELECTION tool to copy the text to be corrected and paste it into the NOTES
text box window. At this point, you can type the corrections directly into the NOTES text

box window. DO NOT correct the text by typing directly on the PDF page.

5. Go through your entire article using the NOTES tool as described in Step 4.

6. When you have completed the corrections to your article, go to File/Export/Annotations (in
Acrobat 4.0) or File/Export/Notes (in Acrobat 3.0). Save your NOTES file to a place on your
harddrive where you can easily locate it. Name your NOTES file with the article number
assigned to your article in the original softproofing e-mail message.

7. When closing your article PDF be sure NOT to save changes to original file.
8. To make changes to a NOTES file you have exported, simply re-open the original PDF
proof file, go to File/Import/Notes and import the NOTES file you saved. Make changes and re-

export NOTES file keeping the same file name.

9. When complete, attach your NOTES file to a reply e-mail message. Be sure to include your
name, the date, and the title of the journal your article will be printed in.



