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The active form of vitamin D;, 1«,25-dihydroxyvi-
tamin D; [1,25-(OH),D] is key mediator of calcium
homeostasis and is a component of the complex
homeostatic system of the skin. 1,25-(OH),D; reg-
ulates cellular differentiation and proliferation and
has broad potential as an anticancer agent. Oligo-
nucleotide microarrays were used to assess pro-
files of target gene regulation at several points over
a 48 h period by the low calcemic 1,25-(OH),D;
analog EB1089 in human SCC25 head and neck
squamous carcinoma cells. One hundred fifty-two
targets were identified, composed of 89 up- and 63
down-regulated genes distributed in multiple pro-
files of regulation. Results are consistent with
EB1089 driving SCC25 cells toward a less malig-
nant phenotype, similar to that of basal keratino-
cytes. Targets identified control inter- and intra-
cellular signaling, G protein-coupled receptor
function, intracellular redox balance, cell adhesion,
and extracellular matrix composition, cell cycle

progression, steroid metabolism, and more than 20
genes modulating immune system function. The
data indicate that EB1089 performs three key func-
tions of a cancer chemoprevention agent; it is an-
tiproliferative, it induces cellular differentiation,
and has potential genoprotective effects. While no
evidence was found for gene-specific differences
in efficacy of 1,25-(OH),D; and EB1089, gene reg-
ulation by 1,25-(OH),D; was generally more tran-
sient. Treatment of cells with 1,25-(OH),D; and the
cytochrome P450 inhibitor ketoconazole produced
profiles of regulation essentially identical to those
observed with EB1089 alone, indicating that the
more sustained regulation by EB1089 was due to
its resistance to inactivation by induced 24-hydrox-
ylase activity. This suggests that differences in ac-
tion of the two compounds arise more from their
relative sensitivities to metabolism than from dif-
fering effects on VDR function. (Molecular Endo-
crinology 16: 1243-1256, 2002)

ATURALLY OCCURRING VITAMIN D, is found in

a limited number of dietary sources (e.g. cod liver
oil, oily fish), and is produced through the action of
ultraviolet light on 7-dehydrocholesterol in the skin (1).
Vitamin D is one of several factors produced by the
complex homeostatic system in the skin, which, as a
protective barrier and environmental sensor, is inti-
mately connected to the body’s immune and neuroen-
docrine functions (2). Vitamin D, is 25-hydroxylated in
the liver and converted into its active 1a,25-dihydroxy
form [1,25-(OH),D;] in the kidney and several periph-

Abbreviations: G6PDH, Glucose-6-phosphate dehydroge-
nase; HNSCC, head and neck squamous cell carcinoma;
MMP, metalloproteinase; PTH1R, PTH receptor; SCC, squa-
mous cell carcinoma; SCCA, squamous cell carcinoma anti-
gen; SPC, second primary carcinomas; VDRE, vitamin D
response element.

eral organs, including skin (2, 3). 1,25-(OH),D; signals
through its cognate nuclear vitamin D receptor, which
is a direct regulator of gene transcription. Signal trans-
duction by 1,25-(OH),D; has a broad range of physi-
ological effects (2, 3). Primarily, 1,25-(OH),D5 controls
calcium transport in the intestinal epithelia, and mod-
ulates bone resorption. However, it has widespread
effects on cellular proliferation and differentiation.
1,25-(OH),D; stimulated differentiation of the OB 17
preadipocyte cell line (4) and induced immature basal
layer skin cells to differentiate into keratinocytes (5).
Hematopoietic cell lines can be induced to differenti-
ate along the macrophage/monocyte pathway (6-8).
1,25-(OH),D; inhibits proliferation of cells in several
models of cancer, including myeloid leukemia, mela-
noma, and carcinomas of the breast, prostate, colon,
and head and neck (3).
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It is unlikely that regulation of a single gene provides
the key to the growth inhibitory properties of 1,25-
(OH),D5 and its analogs. Expression of genes encod-
ing the cyclin-dependent kinase inhibitors p21wafi/cirt
and p27"P" was strongly but transiently induced by
1,25-(OH),D5 in myeloid leukemia cells, and forced
expression of p21¥af1/ciP1 induced myeloid cell differ-
entiation (9, 10). However, the effect of 1,25-(OH),D5
on p21waf/eiPl expression varies widely in different
cell types. Whereas 1,25-(0OH),D, treatment modestly
increased p21Wa/eP1 protein levels in LNCaP prostate
cancer cells, no effect was observed on p21wafi/cipt
mRNA or the p21"aM/¢PT promoter in these cells (11).
Moreover, Hershberger et al. (12) and ourselves (13)
found that 1,25-(OH),D; repressed p21"af/¢P1 expres-
sion in mouse head and neck squamous cell carcinoma
(HNSCC) lines. The effect of 1,25-(OH),D; on p27*F?
expression is generally more consistent. Rapid and tran-
sient induction of p27<P" transcripts is accompanied by
substantially delayed and more sustained increase in
p27P1 protein (10, 14), suggesting that additional mech-
anisms may control its expression.

The limiting factor for use of 1,25-(OH),D, in cancer
therapy has been hypercalcemia. However, many po-
tent analogs have been developed with reduced cal-
cemic effects (15, 16). One such analog, EB1089, con-
tains a side chain modified to render it less susceptible
to catabolic degradation (17, 18). In vivo studies of
prostate and breast carcinomas using EB1089 dos-
ages up to 1.0 ug/kg/d showed no clinically significant
hypercalcemia (19, 20). Our previous experiments with
a mouse model of HNSCC showed that an EB1089
dose of 0.25 ng/kg/d reduced tumor growth by up to
80% in the absence of hypercalcemia (13).

We are interested in investigating the potential che-
mopreventive effects of 1,25-(OH),D; analogs using
HNSCC as a model. Early stage HNSCC can be suc-
cessfully treated with surgery and/or radiation therapy.
However, primary tumors are often associated with ar-
eas of dysplastic epithelia, which lead to the develop-
ment of second primary carcinomas (SPC) at an annual
rate of 3-7%. Thus, it is important to identify chemopre-
ventive agents in HNSCC. Accumulating epidemiological
evidence suggests that 1,25-(OH),D, analogs may have
widespread chemopreventive effects (16). Preclinical
studies with models of colon (16, 22), cheek pouch (23),
gastrointestinal (24), and skin carcinogenesis (25, 26)
have also provided evidence for chemoprevention. We
found that 1,25-(OH),D; and EB1089 induced the ex-
pression of the growth arrest and DNA damage
(gadd45a) gene in human and mouse HNSCC lines in
vitro and in tumors by an apparently p53-independent
mechanism (13, 21). GADD45« is required for normal
DNA repair and maintenance of global genomic stability
(27). This strongly suggests that 1,25-(OH),D; and its
analogs can act as a genoprotective agents. Induction of
DNA repair mechanisms may represent a feedback re-
sponse to the stimulation of cutaneous vitamin D syn-
thesis by ultraviolet light.
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Here, we have used oligonucleotide microarrays to
perform large-scale profiling of the effects of EB1089
and 1,25-(OH),D; on gene expression in human
HNSCC cells at several times over a 48-h period.
Nuclear receptor signaling is ideally suited for microar-
ray analysis, as ligand-bound receptors bind to pro-
moter regions and directly regulate the expression of
most of their target genes. These studies provide nu-
merous insights into the effects of 1,25-(OH),D; and
its analogs on cell proliferation, differentiation and reg-
ulation of immune system function.

RESULTS AND DISCUSSION

Time Courses of EB1089-Regulated Gene
Expression in Human SCC25 Cells

We previously found that proliferating human SCC25
HNSCC cells were arrested in GO/G1 by treatment
with nanomolar concentrations of EB1089 (21). To de-
termine the molecular events underlying growth arrest,
and to assess its potential as a chemopreventive
agent, we analyzed the effects of EB1089 treatment on
gene expression using Affymetrix HuGene FL oligonu-
cleotide microarrays. SCC25 cells were treated for 0,
1, 2, 6, 12, 24, and 48 h with EB1089 in three inde-
pendent experiments. Before microarray screening,
the response to EB1089 in each experiment was ver-
ified by Northern analysis of amphiregulin gene ex-
pression (data not shown), as our previous work dem-
onstrated that the amphiregulin gene is a direct target
of 1,25-(OH),D; (21, 28).

Compiled raw data was initially analyzed by non-
parametric ANOVA (29) to eliminate genes whose
change in expression was not statistically significant
(P < 0.05). Data were then filtered to eliminate genes
included because of single chip artifacts, and those
with erratic expression profiles that were not consis-
tent between experiments (see below and Materials
and Methods for details). While previous microarray
studies used variation filters as high as 3-fold regula-
tion (30), we chose a filter of 2.5-fold, corresponding to
a minimum magnitude change of 200 fluorescence
units, so that genes whose induction was similar to
that of amphiregulin (average +2.74-fold) would not
be excluded. A list of 152 reproducibly regulated
EB1089 targets composed of 89 up-regulated and 63
down-regulated genes is presented in Table 1. The
results indicate that EB1089 signaling impinges upon
every aspect of HNSCC cell function both in terms of
intracellular metabolism, and communication with the
extracellular milieu.

The list contains a number of previously identified
1,25-(OH),D; targets, including genes encoding inte-
grin 7B, COX-2, and amphiregulin, which were iden-
tified in our earlier microarray analysis (21). Sequences
encoding another 1,25-(OH),D; target gene in SCC25
cells, p21%af/eiP1 gre not present on the HuGene FL
chip. In addition to 24-hydroxylase, the list also con-
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Table 1. List of Genes Regulated by EB1089

P<0.05 cluster Adhesion/cytoskeleton P<0.05 Cluster Redox
Me9225  +3.2148  0.00098 U4 bultous pemphigold antigen (BPAG1) 000832 42824  0.00035 U4 glutathione peroxidase
M76482 +2.4/48 0.00009 us desmoglein-3 DE7258 +6/48 0.00098 U4 HtrA chaperon/protease
MS5787 -7.2/48 0.00776 D4 22kDa smooth muscle protein (SM22) 573591 +8.2/48  0.00015 us VDUP1
§42303 -6.6/48 0.00132 D4 N-cadherin V00594 -3.1/48 0.00533 Ds in from cadmit treated ceils
U4T634  +4.3112  0.00332 U2 bata-tubulin class W X§6448  +58/48  0.00749 U4  glucose-6-phosphate dehydrogenase (G6PDH)
X05608 -4.8/48 0.0002 D2 NFL. X91247 +3/48 0 u1 thioredoxin reductase
X74929 -5/48 0.00007 D4 keratin 8 (KRT8) AN +4.1/48  0.00009 u4 selenoprotein P
Cell Cycle Signaling peptides/ growth factors
M25753 26048 0.01613 D4 cyclinB Josoos  -56/24  0.00318 D1 endothelin-1 (ENT-1)
UGea38  -2.9/48  0.0249 D4 cyclin A1 K03183  -2.6/48  0.01613 D3 chorionic gonadotrapin (hcg) beta subunit
U77943  26/48  0.00056 D3 Cdcs-related protein (HsCDCE) M22483  +3.7148  0.00016 U4 bone morphogenetic protein 2A (BMP-2A)
X51688 -3/48 0.01417 D4 cyclin A M30703 +2.7/48  0.00045 u2 amphireguiin (AR}
X54942 -2.4/48 0.00035 o3 ckshs2 Cks? protein homeolog M57293 -2.6/48 0.00749 D3 PTHIP
236714 42048 0,0013 04 cyclinF M60315  +8.148  0.00043 U4 transforming growth factor-beta (tgf-beta)
M77140 -4.2/48 o D4 galanin
Channels/transporters M94250  3.4/48  0.00132 D4 retinoic acid inducible factor (MI)
L15296 +13.5M12  0.00002 uz2 rod cyclic nucieotide-gated cation channel u03s?? 3.1/48 0.01145 D4 extraceilular protein $1-5
u73191 -5.3/48 0.00257 02 inward rectifier potassium channel Kirt.3 UOE8E3 +2.824 0.00045 u4 {follistatin.retated protein precursor
us137s -2.9/24 0.00035 D3 equilibrative nucleoside transporter 1 (hRENT1) U43142 -3.2/48 [ D1 VEGF-related (VRP)
u62015 -3.6/24 0.00436 D2 Cyré1
ECM structurefremodeling X02530  4/24 0.00098 D3 gamma-interferon inducible IP-10
HG2187 +2.5/48 0.00749 Us Collage, Type Vii, Alpha 1 X67579 -2.6/24 0.01417 D1 activin beta-A subunit
M24486 +3,2/48 0.04366 u3 proly! 4-hydroxylase alpha subunit Y00787 -4.1/48 0.00332 D1 derived i ic factor (MDNCF)
M33653 +21.9/148  0,0003 us type Xili collagen
M85289  +2.6/148  0.00015 U4 heparan sulate proteoglycan (HSPG2} Steroid/lipid metabolism
u20758 +6,5/24 0.0002 us osteopontin D28238§ +8.2/48  0.00015 u2 Cox-2
U50330 +3.5/48 0.00007 us procollagen C-proteinase (pCP-2) J03600 +10.9/48 0.00002 us §-lipoxygenase
us2800 +20112 0.00045 u2 cystatin M 114708 +42/48 0.0002 u4 type 2 17 beta-HSD
X05232  +9.412  0.00749 U3 stromelysin L1328  +196748  0.0013 U2 24-hydroxyiase
X16832 -4/48 0.00098 D4 H M91432 +3.2/48  0.00035 uz2 di hain acyl-CoA
X54925  +1448 000219 U4 UoSEEt 43448  0.00612 U3 hepatic ditiydrodiol dehydrogenase
X74295 +4.4/48 0.00219 us alpha 78 integrin uo7918 -2.5/48 0.0177 D3 ALDH-$
X75308 20148 0.00812 D3 collagenase 3
X78565 548 0.00797 D3 tenascin-C, 7560bp Transcription factors
237976 +3.5148 0.00007 us latent TGF  binding protein (LTBP-2) 031716 +2.5/48  0.01018 us GC box bindig protein
HG1686 -3148 0.00098 D5 Transcription Factor E4tf1
Immune System HG3510  +2.9/48  0.02265 Us  COUP-TF1
D12763 +26.7112  0.00533 u3 T1/5T2 HG4058 -2.6124 0.01472 o1 Oncogene Ami1-Evi-1
038037 +4.2/48 0.00132 u4 FK506-binding protein 12kDa (hFKBP-12) homologue L40387 -2.5/48 0.00332 D3 TRIP-14
Jo4164 -2.6/24 0.01145 D4 interferon-inducible 9-27 L43054 +2.7/48  0.00612 us fusion gene NPM-MLF1
M21005 -4.4/48 0.00009 D3 migration inhibitory factor-related protein 8 {(MRP8}) M18720 +5.2/48  0.00015 us L-myc gene
M21121 -3.0/24 o D4 T cell-spet protein {RANTES) Ms9701 +3.1/48  0.00007 us transc. elongation factor St homolog pp21
M24594 -1.9624  0.003 D3 interferon-inducibie §6 Kd $74017 +2.6/48  0.00009 u4 Nif2 transcriptional activator
M26311 -9.2/48 0.00031 Dt migration inhibitory factor-related protein 14 (MRP14) u18018 +2612 0.01324 us E1A enhancer binding protein (E1A-F)
ue3g24 -2.7148 0.00088 D2 transcription factor RTEF-1
M29696 -3.3/48 0.00045 03 IL-7 receptor U74612 -3.8/48 0.00289 D4 HNF-3/fork head homoiog 11
M33552 -4.1/48 0.02265 D5 Ilymphocyte-specific protein 1 (LSP1) X52614 +4.6/48  0.04366 u4 transcription factor AP-2
MB0254 2748 0.00219 02 cyclophilin (hCyP3) xsess1 28724  0.00219 D2 junD
MB7507 +2.5/48 0.00009 u3s interleukin-1 beta convertase (IL1BCE) X65644 +3.5/48  0.00805 u2 MHC binding protein 2 (MBP-2)
M93056  +11/48  0.00289 U3 mononcyte/neutrophil elastase inh. X82209  +4.4/48  0.00008 U3 MN1mRNA
104343 +4.8/48 0.01813 us CDB86 antigen X84373 +4.4/24  0.00056 u1 RIP140
UBTE1S  +28/48  0.00582 U3 beige protein homolog chs
ug0426 27148 0.00749 D4 nuclear RNA helicase BAT1 Others
X13334 27224 0.0008 U3 CD14 myelid cell-specific glycoprotein DO0408  +36%48  0.00009 US  P-4SOHFLa
X87351 -2.9/48 £.02539 b5 interferon-inducible 1-8D gene D17793 +2.6/48  0.01417 us KIAAQ11S
X59405 +2.8/48 0.00009 u2 Membrane cofactor protein {CD46) D31883 +3.46/48 0.0002 us KIAAQ059
Xe8487 -2.9/48 0.00008 D2 A2b adenosine receptor D43636 +5.6/12  0.00797 u KIAAQO9E
Z49107 +3.5/48 0.00008 us galectin D76444 +2.8/48  0.00045 u2 hkfA
o761 26048 0.00612 D4 MEST
Intracellular Signaling Dagse0  +2.3/12  0.00797 U KIAAD205
D67029 +2.8/48 0.0002 u2 SEC14L HG4074 -2.6/48 0.00797 D4 XPG
D836 +2.7/48  0.00218 U4 Rho GEF homolog M32053  +4.348  0.02539 US  H13 RNA gene
HG2167  +2.5124  0.00058 U3 A-kinase anchoring protein Ht3{ ME004T 4548 O D2 heparin binding protein (HBp17)
L04510  +25/48  0.00213 Uz ARD! M72886 +4112  0.0002 U2 Gos2
L1331 +2.8/148 0.0158 12} RGS2/GOSB M90657 -8.2/48 0.00078 D2 tumor antigen (L6)
L15388  +348  0.00219 U4 G protein-coupled receptor kinase (GRKS) Ms3036 2548 0.01417 D4 carcinoma-associated antigen GA733.2
M31724 +3.2/48 0.00289 uz PTP1B M97347 -2.7124 0.00039 D2 Beta-1,6-N-acetylglucosaminyitransferase (AGAT)
M58026  +3.5M8  0.00132 Us  NBa sessas 7248 0.00223 D2 squamous cell carcinoms antigen (SCCA)
ME1906 +4/48 [ U2 P13-kinase p8S5 §81914 -3.5/48 0.00106 o radiation-inducibie 1EX-1
M7816 42148  0.00045 D2 CRABPI $85655  3.9/48  0.00007 D3 prohibitin
U02081 +3/48 0.00035 u2 guanine nucleotide regulatory protein NET1 uoo11s +3.5148  0.01324 us bel-6
U10550 +6/24 0.00219 u1 Gem GTPase uog021 21124 0.00196 D2 nicotinamide N-methyltransferase (NNMT}
U15932 +2.5/48 0.00045 u3 dual-specificity protein phosphatase u15174 +3.7124  0.00078 U4 NIP3
u40271 +2.7/48 0.01324 u4 receptor tyrosine kinase (PTK7) u17or? +2.8/48  0,00039 us BENE
Us7733 +3.8/24 0.03051 u4 cGMP-stim. 3,5 -cyclic nucleo. Phosphodiesterase PDE2A3(PDE2A} U12467 +2.6/48  0.00289 U4 pecific beta 1 in7 (PSG7)
U9E922 +5.2112 0.00056 u3 inositol polyphosphate 4-phosphatase type i- uz1931 +2.4/24  0.00035 u2 fructose-1,6-biphosphatase
X04828 +3.3/48 0.00007 u4 G(i) protein alpha-subunit U2836% +31/48 0.00035 us semaphorin 38 (sema3B}
X13461 +3.8/48 0.00007 us4 calmodulin-like protein (CLP) u28278 +2.9/48  0.00132 us semaphorin 3F (Sema 3F)
X82676 +3.5124 0,00439 uz PEZ/PTP36 tyrosine phosphatase Us1010 9.5724 0.01106 D2 nicotinamide N-methyltransferase
U62100 3124 0.00132 D3 XMP
us2101 -3.6/48 0.00007 D3 YMP
Us2801  +32124  0.00257 U3 protease M
UssT40 +5.7/48  0.00612 us 362G6.2 from BAC clone chromosome 16p13.1
X06661 +2.8/48  0.00812 us 27-kDa calbindin
X12517 43148 0.00561 D4 U1 small nuclear RNP-specific C protein
X14850 -2.6/48 0.00098 D4 histone H2A.X
Y00339 +5.1/48  0.00257 us carbonic anhydrase Il
Y00757 -2.9124 0.01661 D4 polypeptide 782
Z26535  -2.6148  0.00257 D3 nuciear pore compiex protein hnup153
229331 +2.7/48  0.00228 us {23k/3) ubiquitin-conjugating enzyme UbcH2

The GenBank accession no. for each gene is provided in the first column. The second column lists the maximum fold regulation
and time of maximal activation. The third column gives P value derived from nonparametric ANOVA. Note that P values of less
than 0.00001 are listed as 0. The fourth column gives the cluster number derived in Fig. 2. Genes whose regulation has been
confirmed by RT-PCR analysis and/or Northern blotting are in italics. The profiles of individual experiments used to compile the
above data are shown in Table 2, which is published as supplemental data on The Endocrine Society’s Journals Online web site,
http://mend.endojournals.org/.

tains other vitamin D-responsive genes including GADD45«, which we showed is 1,25-(0OH),D, respon-
those encoding osteopontin, carbonic anhydrase I, sive in mouse and human HNSCC lines (13, 21). Al-
VDUP1 (vitamin D up-regulated 1), PTHrP, CD14, and though it appeared up-regulated, the gadd45« gene
TGFB (31-38). One exception is the gene encoding was not retained during the filtering process because
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of elevated levels of nonspecific hybridization to con-
trol oligonucleotide sets (data not shown).

The range of fold regulation of target genes varied
widely, with 24-hydroxylase exhibiting by far the high-
est up-regulation (196-fold at 48 h) of all genes iden-
tified. Expression of eight of these genes representing
a range of fold regulations was further analyzed by
Northern blotting (Fig. 1). The results of Northern and
microarray analyses are in very good agreement. Most
importantly, regulation of all genes identified on mi-
croarrays was confirmed on Northern blots, and the
relative magnitudes of fold regulation observed were
the same using the two techniques. There was also
broad agreement between the fold regulations ob-
served using the two techniques. The exceptions were
cystatin M and protease M, where fold inductions at
24 h of 6.7- and 18-fold, and 8- and 32-fold were
observed by Northern blotting and microarray analy-
sis, respectively. However, other differences in fold
regulation were less than 2-fold. Taken together, these
experiments, coupled with RT-PCR analysis (Table 1,
and see below), suggest that while the absolute mag-
nitudes of fold regulation detected by microarray anal-
ysis may be somewhat higher in some cases than

Northern Blot Fold Ind.
i NS \
EB1089 - +  North Affy

o-7B-Int. o [ +5.2] +4.4

24-OH - 100(+196

Cyst. M '. +6.7| +20
AR | R (25| +2.4
CRABP-II S 8| 22| 3.7
N-cad. -3.4| -6.6
SCCA -6.5| -7.2

GAPDH R

Fig. 1. Northern Analysis of EB1089 Target Gene Regulation

Northern analyses were performed on RNA extracted from
control SCC25 cells or cells treated for 24 h with EB1089.
Blots were hybridized with probes specific for integrin a-7B
(a-7B), 24-hydroxylase (24-OH), protease M (prot. M), cysta-
tin M (cyst. M), amphiregulin (AR), CRABP-II, N-cadherin
(N-cad.), squamous cell carcinoma antigen (SCCA), and
GAPDH control. Comparison of fold regulations after 24 h
detected by Northern blotting (North) and Affymetrix microar-
rays (Affy) are provided.
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those detected by other techniques, the data com-
piled in Table 1 is highly reliable.

Initial clustering analysis of averaged data of reproduc-
ibly regulated genes processed by the K-mean algorithm
with k=5 generated 4 clusters of up-regulated genes
distinguished based on rapidity of induction (data not
shown). No such resolution was achieved for down-
regulated genes, arising from fact that the absolute value
of the average fold activation of the up-regulated genes
at any given time point was substantially greater than
that of the down-regulated genes. In addition, the K-
mean algorithm is strongly dependent upon the choice of
initial points (K number of initial conditions). Therefore,
different initial points will have different nearest neigh-
bors, and refinement of calculating means with various
neighbors can generate different clusters starting from
different initial conditions.

We have developed a method of clustering analysis
that does not take into account initial conditions, and
categorizes genes based on time of crossing of a thresh-
old value (see Materials and Methods for details). The
method generated symmetrical groups of clusters of up-
and down-regulated genes (Fig. 2, A-L). The profiles of
cluster genes were generally much less erratic than
genes eliminated by filtering (Fig. 2, M and N). For ex-
ample, the compiled data for E2F4 (a transcription factor
controlling cell cycle progression), which suggests rapid
up-regulation, is composed of three distinctly different
profiles (Fig. 20). Indeed, analysis of E2F4 transcripts
from EB1089 treated cells by RT-PCR revealed no reg-
ulation (Fig. 20, inset).

The 24-hydroxylase gene is among the most rapidly
regulated genes in cluster U1, whereas regulation of
the osteopontin gene is significantly slower (cluster
U3; Fig. 2, Table 1). The promoters of both of these
genes contain vitamin D response elements (VDRES)
(81, 32). In addition, regulation of the carbonic anhy-
drase Il gene, whose chicken homolog contains a
VDRE (33), fell into cluster U3. This indicates that the
kinetics of gene induction by the EB1089/VDR bound
to different VDREs is strongly promoter specific. Sev-
eral cell cycle regulatory genes whose products func-
tion after the G1/S boundary were among the more
slowly regulated genes in clusters D3 and D4 (Table 1),
likely reflecting the gradual diminution of cells in S
phase or later. This is supported by observations that
cyclin A1 and cyclin B levels in cells in G2 do not
change during EB1089 treatment (not shown).

Regulation by EB1089 of Markers Associated
with Cancer Cell Progression

EB1089 signaling regulates the expression of several
markers associated with progression of cancer phe-
notypes. Of genes whose expression is reduced or
eliminated in cancer cells, almost all are up-regulated
by EB1089 (Fig. 3A). Two of the more strongly induced
genes, kallikrein protease protease M and the cysteine
protease inhibitor cystatin M (Table 1 and Fig. 3A), are
down-regulated in breast cancers (39, 40), as is calm-
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analysis (see Materials and Methods for details). O, Analysis of transcription factor E2F4 regulation in EB1089-treated cells. The
composite profile (in bold) and individual data sets are shown. The inset shows an analysis of E2F4 transcripts from EB1089-

treated cells by RT-PCR using the same RNA preparations as in Fig. 5.
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odulin-like protein (41). Calmodulin-like protein is a
marker of epithelial cell differentiation (41). Genes en-
coding semaphorin 3B and 3F lie in a region of chro-
mosome 3 deleted in lung cancers (42-44). The ex-
ception to the above is HBp17, a putative regulator of
FGF signaling that was expressed at lower levels in
SCC than in primary cultures of keratinocytes (45).

EB1089 also down-regulates a large number of genes
that are overexpressed in cancers (Fig. 3B), includ-
ing tumor antigen L6, carcinoma associated antigen
GA733-2, and squamous cell carcinoma antigen (SCCA).
SCCA is a serum marker of uterine cervix, head and
neck, lung, and esophageal cancers, and ablation of its
expression inhibits growth and induces natural killer cell
infiltration of tumors (46). Another down-regulated gene,
tenascin C, is an early marker of HNSCC progression
(47) Similarly, repression of overexpressed N-cadherin in
head and neck squamous cell carcinoma is associated
with restoration of an epithelial phenotype (48).

The above results suggest that EB1089 treatment
reversed the malignant phenotype of SCC25 cells.
This possibility was investigated further by immuno-
fluorescence analysis of three markers that are differ-
entially expressed in cancer cells, cystatin M, protease

M, and N-cadherin. Both protease M and cystatin M
transcripts are strongly induced by EB1089, and cys-
tatin M is an ideal marker for these purposes because
its expression is highly specific for differentiated epi-
dermal keratinocytes (49). In addition, up-regulation of
N-cadherin in head and neck squamous, breast and
prostate cancers (“cadherin switching”) is associated
with cancer progression, invasion and metastasis (48,
50, 51). Immunofluorescence studies in control and
EB1089-treated cells (Fig. 4) revealed a strong up-
regulation of cystatin M expression, giving rise to
strong, relatively uniform cytoplasmic staining (Fig. 4,
A and B). Similar results were obtained with immuno-
fluorescence analysis of protease M expression (Fig.
4, C and D), with the exception that elevated levels of
protease M expression varied somewhat in EB1089-
treated cells. In contrast, EB1089 treatment down-
regulated N-cadherin expression (Fig. 4, E and F). This
down-regulation included cell-cell contact sites, as
well as the dotted pattern of non-cell-to-cell contacts
seen in other carcinoma cells (51). The changes ob-
served are in excellent agreement with the regulation
of the genes encoding these markers (Table 1, Figs. 1
and 3). Moreover, in addition to providing evidence
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Fig. 4. Immunofluorescence Analysis of Cystatin M, Protease M, and N-Cadherin Expression in EB1089-Treated SCC25 Cells

Control (ctl; vehicle-treated) and EB1089-treated SCC25 cells were analyzed by immunofluorescence for expression of cystatin M
(A and B), protease M (C and D), and N-cadherin (E and F). Primary antibodies were detected with Cy3-conjugated goat antirabbit (A,
B, E, and F) or Cy2-conjugated goat antimouse (C and D) secondary antibodies. No staining was seen in the absence of primary
antibodies (data not shown). Images of each control and EB1089-treated sample pair were acquired by confocal microscopy and
processed using identical parameters. See Materials and Methods for details. Magnifications: A-D, X25; E and F, X63.

that EB1089 reverses the malignant phenotype of
SCC25 cells, these studies provide sensitive new
markers for HNSCC progression and treatment.

Regulation of Genes Controlling ECM Structure
and Remodeling, and Cell Adhesion Consistent
with Induction of a Basal Keratinocyte Phenotype

EB1089 does induce expression of some genes that
are often up-regulated in cancers, many of which are
implicated in extracellular matrix (ECM) structure and
remodeling. Up-regulated genes include those encod-
ing transcription factor E1A-F, which controls matrix
metalloproteinase (MMP) gene expression (52), and
two of its target genes, MMPs stromelysin and colla-
genase 1 (Fig. 2, B and C). EB1089-dependent induc-
tion of stromelysin, collagenase 1 and E1A-F was con-
firmed by RT-PCR (Figs. 2 and 3). Although E1A-F is a
regulator of collagenase gene expression, cyclohexi-

mide did not block EB1089-induced expression of
collagenase 1 or stromelysin (Fig. 3C, bottom). This
indicates that induction of E1A-F expression by
EB1089 is not essential for observed regulation of
collagenase 1 and stromelysin, and that EB1089 has
both long- and short-term effects on matrix metallo-
proteinase expression. Expression of osteopontin, a
noncollagen matrix protein implicated in ECM struc-
ture and remodeling was also up-regulated. Several
studies have indicated that osteopontin, collagenase
1, and stromelysin play key roles in ECM remodeling
during wound healing (53-55). Up-regulation of their
expression by EB1089 provides a molecular genetic
basis for the proposed stimulatory role of 1,25-
(OH),D; in wound healing (56).

The strong induction (22-fold) of expression of the
type XllI collagen gene, a transmembrane collagen,
provided further evidence that EB1089 induced kera-
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tinocytic differentiation of SCC25 cells. Interestingly,
trimerization of type Xlll collagen is activated by prolyl
4-hydroxylase (57), whose gene is also up-regulated
(Fig. 3C). Type XllI collagen is expressed in normal
human epidermis and is present at cell-to-cell contact
sites and at the dermal-epidermal junction. It is highly
colocalized with E-cadherin and may be a component
of adherens-like junctions (58). In addition, expression
of phosphotyrosine phosphatase PTP-1B, whose ac-
tivity has been associated with enhanced cell adhe-
sion (59), is also increased.

EB1089 also up-regulates BPAG-1 (bullous pemphi-
goid antigen-1; Fig. 3C), a component of hemidesmo-
somes, structures essential for adhesion of epithelial
cells to basement membranes (60). Absence or dis-
ruption of hemidesmosomal components gives rise to
devastating bullous pemphigoid blistering skin disor-
ders. EB1089 also induces expression of desmoglein
3 (Fig. 3C), a cadherin component of desmosomes
(60), and the autoantigen in pemphigus vulgaris. It is
noteworthy that desmogleins are expressed in a gra-
dient in the epidermis, with desmoglein 3 most abun-
dant in the basal layer (61). This observation, coupled
with the up-regulation of type XIII collagen and
hemidesmosomal components, provides further evi-
dence that EB1089 induces a more epithelial, less
malignant phenotype in SCC25 cells, consistent with
that of basal keratinocytes.

Pleiotropic Effects of EB1089 on Inter- and
Intracellular Signaling

Expression of several factors controlling intracellular
signaling was altered in EB1089-treated cells (Figs. 2,
D-F), including a number of genes encoding proteins
controlling G protein-coupled receptor signaling (Fig.
3E). Up-regulated genes include those encoding the A
kinase anchoring protein Ht31, and RGS2/G0S8,
which is a selective inhibitor of Gg « signaling (62). The
induction of RGS2/G0S8 is intriguing, as its expres-
sion is also induced by PTH in bone (63), which can
signal through a G protein-coupled receptor linked to
Gg « (64). 1,25-(OH),D, represses PTH receptor
(PTH1R) signaling by inhibiting expression of the re-
ceptor and ligands PTH and PTHrP (Fig. 3F; Refs. 34,
35, 65). In addition, EB1089 treatment induces expres-
sion of the G receptor kinase GRK5 (Fig. 3E), which
can repress PTH1R function (66). These results indi-
cate that, in addition to inhibiting ligand and receptor
expression, 1,25-(OH),D; signaling can also repress
PTH1R function by inducing expression of factors that
inhibit signaling via Gq «.

Expression of a number of signaling peptides was
altered in treated cells (Fig. 3F), emphasizing the
neuroendocrine nature of epidermal function (2). Our
previous studies have shown that induction of amphi-
regulin (Fig. 3G) can inhibit SCC25 proliferation (28).
Down-regulated genes include galanin, a neuropep-
tide implicated in nerve regeneration after injury (67),
and S1-5, a relatively uncharacterized factor with
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EGF-like domains (68). Consistent with its antiprolif-
erative effects, EB1089 down-regulated expression of
several mitogenic factors. These include VEGF-related
protein, which is mitogenic in Kaposi's Sarcoma and
hematopoietic cells (69, 70), Cyr61, which encodes a
growth factor implicated in angiogenesis and tumori-
genesis, whose expression is induced by estrogen in
breast cancer cells (71), and midkine, mitogenic factor
overexpressed in several carcinomas (72).

Regulation of Genes Controlling Immune
System Function

Keratinocytes are considered to be an integral part of the
immune system of the skin (2). The intimate connection
of epithelial cells to immune system function is reinforced
by the large number of EB1089-related genes in SCC25
cells implicated in immunoregulation (Fig. 3G). The role
of 1,25-(0OH),D5 in controlling the function of epithelial
cells in innate immunity (73) is underlined by the strong
induction by EB1089 of the gene encoding the pattern
receptor CD14 (Fig. 3H), which is also a target gene in
monocytic HL60 cells (37). Significantly, another strongly
induced gene is that encoding T1/ST2, a member of the
IL-1 receptor family. Gene ablation studies in mice have
revealed that T1/ST2 signaling is required for T helper 2,
Th2, cell differentiation (74).

EB1089 down-regulated interferon +y-regulated
genes encoding 9-27, 1-8D, interferon-inducible 56K
protein, and the T cell chemokine IP-10, and the che-
mokine RANTES, which is also overexpressed in a
number of cancers including more advanced breast
cancer (75). Interferon +y signaling and overexpression
of IP-10 underlie the inflammatory reactions in psori-
asis (76). Previous studies have suggested that 1,25-
(OH),D; signaling can influence T helper cell differen-
tiation (3). These data indicate that directs effects on
epithelial cell signaling play a key role in the antiinflam-
matory action of 1,25-(OH),D5; analogs in skin. Our
results are consistent with EB1089 stimulating Th2
responses, and inhibiting a number of genes associ-
ated with proinflammatory Th1 responses.

Control of Genes Regulating Cellular
Redox Balance

EB1089 signaling regulates a number of genes encod-
ing proteins that control cellular redox balance (Fig.
3H). Induction of these genes by EB1089 and 1,25-
(OH),D; may represent a feedback response to epi-
dermal vitamin D5 synthesis induced by sunlight,
which is an effective inducer of reactive oxygen spe-
cies in skin (77, 78). Up-regulated genes include
glucose-6-phosphate  dehydrogenase  (G6PDH),
selenoprotein P, glutathione peroxidase, thioredoxin
reductase, HtrA, and, importantly, the nrf2 transcrip-
tion factor. Selenoprotein P is a plasma heparin bind-
ing protein with antioxidant properties (79). HtrA is an
extremely well conserved protein whose prokaryotic
homolog is essential for survival under conditions of
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oxidative stress (80). Ablation of nrf2 expression in
mice rendered them more susceptible to carcinogen-
esis and resistant to the protective effects of chemo-
prevention agents (81). Nrf2 expression, which is in-
duced by a number of chemopreventive agents, in turn
induces expression of a number of phase Il detoxifying
enzymes. These events may provide a mechanism for
protection by 1,25-(0OH),D, against dimethyl-benzan-
thracene carcinogenesis in hampster cheek pouch
carcinoma (24). Dimethyl-benzanthracene is activated
by a series of oxidation steps, and detoxified by phase
Il enzymes (82).

Both G6PDH and thioredoxin reductase contribute
to nucleotide biosynthesis in proliferating cells and are
overexpressed in cancer cells (83, 84). However, in
quiescent cells they are source of reducing equiva-
lents. G6PDH is at the head of the pentose-phosphate
shunt, which is a source of NADPH, and thioredoxin
reductase uses NADPH to reduce thioredoxins, pro-
teins that in turn reduce oxidized cysteines. Elevated
G6PDH and thioredoxin levels protect against apopto-
sis, which is sensitive to redox balance. Recent stud-
ies have shown that short-term 1,25-(OH),D, treat-
ment of MCF-7 breast cancer cells has prooxidant
effects (85). However, unlike the results of obtained in
SCC25 cells (Fig. 3), G6PDH induction in MCF-7 cells
was modest, and no changes in glutathione peroxi-
dase levels were found. Significantly, however, 1,25-
(OH),D; is an effective inducer of apoptosis in MCF-7
cells, whose onset can be controlled by redox bal-
ance, whereas no evidence for apoptosis was found in
1,25-(0OH),D5-treated SCC25 cells (21). This suggests
that the effects of 1,25-(0OH),D5 on redox balance may
be cell specific.

EB1089 and 1«,25(0H),D; Regulate Target Gene
Expression with Similar Efficacy

We have confirmed the regulation of a total of 30
genes by Northern blotting and/or RT-PCR (Figs. 1
and 5, Table 1). In addition to the 17 genes presented
in Fig. 5, regulation of 9 other genes was confirmed at
single time points (Table 1, and data not shown). We
have also compared regulation by EB1089 and 1,25-
(OH),D, of several target genes. Structure/function
studies have suggested the VDR forms structurally
distinct complexes with EB1089 and 1,25-(0OH),Dj,
possibly providing a molecular basis for gene-specific
effects of the two compounds (86). In preliminary anal-
yses by RT-PCR of the effects of 24 or 48 h treatment
with EB1089 or 1,25-(0OH),D;, several target genes
analyzed appeared to be differentially regulated by
two compounds (data not shown). Therefore, we com-
pared target gene regulation by EB1089 and 1,25-
(OH),D5 over the entire 48 h time course (Fig. 5). The
results showed that 1,25-(OH),D, regulated expres-
sion of several genes more transiently than EB1089
but did not provide any evidence for gene-specific
differences in efficacy of the two compounds (Fig. 5).
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To examine the potential role of 24-OHase in atten-
uation of 1,25-(OH),D, signaling by 48 h, we com-
pared expression profiles in SCC25 cells treated with
vehicle, EB1089 or 1,25-(OH),D; in the presence or
absence of the cytochrome P450 inhibitor ketocon-
azole (Fig. 6). As expected, induction of T1/ST2 ex-
pression by EB1089 after 48 h was strong, and was
unaffected by ketoconazole. In contrast, while the ef-
fect of 1,25-(OH),D; alone after 48 h was weaker,
T1/ST2 expression remained high in cells treated with
1,25-(OH),D; and ketoconazole together and was es-
sentially identical to that observed in the presence of
EB1089 or EB1089 and ketoconazole. Similar effects
of ketoconazole were observed on 1,25-(OH),D,-
dependent induction of semaphorin 3B, and type I
17B-hydroxysteroid dehydrogenase genes, and on re-
pression of the SCCA gene (Fig. 6). No effects were
observed of ketoconazole alone or with ligands on
GAPDH expression (not shown). Thus, the more sus-
tained regulation of several target genes by EB1089 is
likely due to its insensitivity to induction of 24-OHase
activity. The variability observed in the relative dura-
tions of the regulatory effects of EB1089 and 1,25-
(OH),D5 in Fig. 5 may reflect differences in stability of
association of ligand-bound VDR with specific pro-
moters, or with differing stabilities of target gene
mRNAs. The data do not provide any evidence for
gene-specific differences in efficacy of trans-activa-
tion or -repression by EB1089 and 1,25-(OH),D,.

CONCLUSIONS

The studies above provide multiple insights into not
only the potential of 1,25-(OH),D, analogs as agents
of cancer chemoprevention, but also into the physio-
logical actions of 1,25-(OH),D in a number of tissues,
including skin, bone, and the immune system. The
data indicate that EB1089 performs key functions of a
cancer chemoprevention agent; it is antiproliferative, it
induces cellular differentiation, and it has potential
genoprotective effects over and above our previous
findings of the induction of GADD45« (13, 21). Differ-
ential effects on gene expression of EB1089 and 1,25-
(OH),D; were attributable to the insensitivity of
EB1089 to 24-OHase activity, suggesting that differ-
ences in action of the two compounds arise more from
their sensitivity to metabolism and than from differen-
tial action of the VDR bound to each ligand.

MATERIALS AND METHODS

Tissue Culture and RNA Extraction

SCC25 cells were obtained from the American Type Culture
Collection (Manassas, VA), and were cultured under recom-
mended conditions. Cells cultured in 10-cm plates under
conditions where controls cell could proliferate for at least
10 d before confluence (21). Media were changed 24 h before
treatment with EB1089 or 1,25-(OH),D5 (100 nwm) in dimeth-
ylsulfoxide for 0, 1, 3, 6, 12, 24, or 48 h as previously de-
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Fig. 5. Comparison of Effects of EB1089 and 1,25-(0OH),D; on Target Gene Expression

SCC25 cells were cultured and treated with in parallel with EB1089 (dark gray bars) or 1,25-(OH),D; (pale gray bars) as indicated
and gene expression was analyzed by RT-PCR. Genes selected included both up- and down-regulated targets and strongly (e.g.
T1/ST2, protease M) and moderately (e.g. E1A-F, interferon-inducible 56-kDa protein) regulated genes.

scribed (21). Total RNA was extracted with TRIZOL (Life
Technologies, Inc., Burlington, Ontario, Canada), and 10 ug
of RNA isolated from EB1089-treated cells were used for
microarray analysis. Cycloheximide (200 nm; Sigma-Aldrich
Canada, Oakville, Ontario, Canada) was added 1 h before
addition of EB1089 as indicated. Ketoconazole (100 nwm;
Sigma-Aldrich Canada) was added along with EB1089 and
1,25-(OH),D; as indicated.

Microarray Screening and Data Analysis

Probe for microarray analysis was generated, and Affymetrix
HuGene FL human gene oligonucleotide microarrays were
screened as described in Novak et al. (87). Screenings for
EB1089-regulated genes were performed with three sets of
probes generated from three independent tissue culture ex-
periments. To test for statistically significant changes in sig-
nal intensity, compiled data was screened initially by non-
parametric ANOVA (29) using a P value of < 0.05. Genes
retained were then filtered for those whose expression was
up- or down-regulated a minimum of 2.5-fold at some point
during the 48-h time course, corresponding to a minimum
magnitude change of 200 fluorescence units. The data were
filtered to eliminate genes with noisy expression profiles by
calculation of cross correlations between individual profiles
and hyperbolic tangents [x(t)=tanh(nt/2)], where x is normal-
ized fold induction, t is time, and n is a time constant con-
trolling time of saturation. Profiles of up-regulated genes with
correlation coefficients of 0.8 or less, and down-regulated
genes with correlation coefficients of less than —0.8 were
eliminated.

A method of clustering analysis was developed that clas-
sifies groups of genes based on time of regulation with re-
spect to a threshold value, and does not take into account
initial conditions. Maximal gene regulation was normalized to

1 for up-regulated genes and —1 for down-regulated genes.
Given that experimental measurements were performed at 0,
1, 2, 6, 12, 24, and 48 h, the number of intervals initially
generates 6 clusters each for up- and down-regulated genes.
Clustering was evaluated for threshold values between 0.25
and 0.75, and —0.25 and —0.75 for induced and repressed
genes, respectively. The number of clusters was then heu-
ristically adjusted based on the following criteria: 1) a cluster
must contain at least two genes; 2) the mean value of each
cluster does not cross that of another cluster near the thresh-
old. The optimum threshold was chosen as that generating
the maximum cluster stability defined by the probability of a
gene belonging to the same cluster in the average data set
and the individual data sets. Based on these criteria, 0.50 and
—0.50 were chosen as threshold values. The time the thresh-
old is crossed was computed using a linear interpolation
method. To avoid multiple threshold crossings, only the first
crossing with a positive derivative for up-regulated genes,
and negative derivative for down-regulated genes were con-
sidered. Analysis was carried out using Mathlab 6.12 (Math-
Works Inc., Natick, MA).

Immunofluorescence

SCC25 cells were plated on cover slips and treated with
dimethylsulfoxide vehicle or 100 nm EB1089 for 72 h. Cells
were processed for immunolabeling as described in (88).
Briefly, cells were fixed in 2% paraformaldehyde and perme-
abilized, and blocked with Triton X-100/BSA. Cells were se-
quentially labeled with affinity purified rabbit anticystatin M
(1:50; Refs. 40, 49), mouse antiprotease M (1:150; Ref. 89) or
rabbit anti-N-Cadherin (1:50; Sigma) primary antibodies for
1 h at room temperature followed by Cy3-conjugated goat
antirabbit or Cy2-conjugated goat antimouse secondary an-
tibodies (Jackson ImmunoResearch Laboratories, Inc., West
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Fig. 6. Analysis of the Effects of Cytochrome P450 Inhibitor
Ketoconazole on EB1089- and 1,25-(0OH),D5;-Regulated
Gene Expression

SCC25 cells were treated with vehicle alone (control; C),
100 nm ketoconazole alone (K), 100 nm 1,25-(OH),D; alone
(D), 100 nm EB1089 alone (E), or in combination as indicated.
Total RNA isolated from treated cells was analyzed by RT-
PCR for expression of T1/ST2, Semaphorin 3B (Sema 3B),
17 B-hydroxysteroid dehydrogenase (1738-HSD), and SCCA.
Results of three independent experiments are presented.

Grove, PA) for 1 h at room temperature. Immunofluorescence
was visualized with a Bio-Rad Laboratories, Inc. (Hercules,
CA) MicroRadiance confocal microscope at an optical thick-
ness of approximately 10 um using 25— or 63— objectives.
For each pair of control and EB1089-treated samples, images
were acquired and processed using identical parameters.
Digital images were prepared using Adobe Photoshop.

Northern Blotting and RT-PCR Analysis of Regulated
Gene Expression

Total RNA was extracted from SCC25 cells using Trizol (Life
Technologies, Inc.). Denatured RNA (3 n.g) was reverse tran-
scribed in a 20 ul reaction at 42 C for 50 min with SuperScript
I (Life Technologies, Inc.) according to the supplier’s instruc-
tions. Amplification conditions were optimized in preliminary
experiments so that maximal amplification fell within the lin-
ear range. Products were diluted to 200 ul, denatured at 95
C for 2 min, and then amplified as follows: Tenascin C, (27
cycles; 94 C, 30 sec; 57.5 C, 45 sec; 72 C, 45 sec) with
forward 5'-CCACAGCTGGGAGATTTAGC-3' and reverse 5'-
CTGGGAGCAAGTCCAGAGAG-3’ primers; Nrf2, (21 cycles;
94 C, 30 sec; 57.5 C, 45 sec; 72 C, 45 sec) with forward
5'-ACCCTTGTCACCATCTCAGG-3' and reverse 5'-TTGC-
CATCTCTTGTTTGCTG-3' primers; dihydrodiol dehydroge-
nase, (21 cycles; 94 C, 30 sec; 57.5 C, 45 sec; 72 C, 45 sec)
with forward 5'-GGTCACTTCATGCCTGTCCT-3' and re-
verse 5'-GGATGACATTCCACCTGGTT-3' primers; stromely-
sin (27 cycles; 94 C, 30 sec; 57.5 C, 45 sec; 72 C, 45 sec) with
forward 5'-AACCTGTCCCTCCAGAACCT-3' and reverse 5'-
TGGGTCAAACTCCAACTGTG-3'primers; Collagenase 1, (27
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cycles; 94 C, 30 sec; 57.5 C, 45 sec; 72 C, 45 sec) with
forward 5'-TGGACCTGGAGGAAATCTTG-3" and reverse 5'-
GGGGTATCCGTGTAGCACAT-3' primers; E1AF, (27 cycles;
94 C, 30 sec; 57.5 C, 45 sec; 72 C, 45 sec) with forward
5'-CGCCTACGACTCAGATGTCA-3’ and reverse 5'-GGA-
AGGCCAAAGAGAAGAGG-3'primers; Protease M, (27 cy-
cles; 94 C, 30 sec; 57.5 C, 45 sec; 72 C, 45 sec) with forward
5'-GGGGTCCTTATCCATCCACT-3’ and reverse 5'-GGGAT-
GTTACCCCATGACAC-3' primers; G6PD, (27 cycles; 94 C,
30 sec; 57.5 C, 45 sec; 72 C, 45 sec) with forward 5'-
CAACCACATCTCCTCCCTGT-3' and reverse 5'-TCCCAC-
CTCTCATTCTCCAC-3' primers; ST2, (27 cycles; 94 C, 30
sec; 57.5 C, 45 sec; 72 C, 45 sec) with forward 5'-CAACT-
GGACAGCACCTCTTG-3'and reverse 5'-CAAATTCAGGGC-
CAGACAGT-3’ primers; P-450 (27 cycles; 94 C, 30 sec; 57.5
C, 45 sec; 72 C, 45 sec) with forward 5'-TTGCCCAGTATG-
GAGATGTG-3' and reverse 5'-GAACACTGCTCGTGGTT-
TCA-3' primers; 173-hydroxysteroid dehydrogenase, (27 cy-
cles; 94 C, 30 sec; 57.5 C, 45 sec; 72 C, 45 sec) with forward
5'-CACGAAGCCAGTGCAGATAA-3" and reverse 5'-GGAA-
ATTCCGCTGTGCTAAG-3’ primers; Cystatin M (27 cycles;
94 C, 30 sec; 57.5 C, 45 sec; 72 C, 45 sec) with forward
5'-GGAGAACTCCGGGACCTGT-3’ and reverse 5'-GGAAC-
CACAAGGACCTCAAA-3' primers; Semaphorin V, (33 cycles;
94 C, 30 sec; 60 C, 45 sec; 72 C, 45 sec) with forward
5'-AACCTGTGCCTTTGTGGAAG-3' and reverse 5'-AGCT-
GATCGAAGTGGGTGTC-3' primers; Collagenase 3 (26 cy-
cles; 94 C, 30 sec; 57.5 C, 45 sec; 72 C, 45 sec) with forward
5'-ATGACTGAGAGGCTCCGAGA-3' and reverse 5'-ACCTA-
AGGAGTGGCCGAACT-3' primers; TRIP-14, (26 cycles; 94
C, 30 sec; 57.5 C, 45 sec; 72 C, 45 sec) with forward 5'-
AAAGAGAGGCCATCATCCT-3' and reverse 5'-CAGGAAC-
CTGGAAGGACAGA-3' primers; VEGF-related protein (33 cy-
cles; 94 C, 30 sec; 57.5 C, 45 sec; 72 C, 45 sec) with forward
5'-TCTCTGTGGCGTGTTCTCTG-3" and reverse 5'-CACTG-
CAGCCCCTCACTATT-3' primers; SCCA, (26 cycles; 94 C,
30 sec; 57.5 C, 45 sec; 72 C, 45 sec) with forward 5'-
TGATTTTGCAAATGCTCCAG-3' reverse and 4 5'-TGGT-
TCTCAACGTGTCCTTG-3' primers; Interferon 56 kDa, (26
cycles; 94 C, 30 sec; 57.5 C, 45 sec; 72 C, 45 sec) with
forward 5'-GCTTCAGGATGAAGGACAGG-3' and reverse 5'-
GAAATTCCTGAAACCGACCA-3’ primers; GAPDH (23 cy-
cles; 94 C, 30 sec; 55 C, 30 sec; 72 C, 1 min) with forward
5'-GGTGAAGGTCGGTGTCAACG-3' and reverse 5'-CAA-
AGTTGTCATGGATGACC-3’ primers; Amphiregulin, (32 cy-
cles; 94 C, 30 sec; 55 C, 30 sec; 72 C, 1 min) with forward
5'-TTCGCACACCTGGGTGCCAG-3’ and reverse 5'-AA-
GAGGATCCACTCATCATTTATGGCTATG-3' primers; Inte-
grin «7B, (30 cycles; 94 C, 30 sec; 53 C, 45 sec; 72 C, 45 sec)
with forward 5'-GGTGAAGCTTCCTCGGGAAGAC-3' and
reverse 5'-GGAGCAAGCTTGAGTCAGTGACAC-3’ primers;
CRABP-II, (30 cycles; 94 C, 30 sec; 53 C, 45 sec; 72 C, 45
sec) with forward 5'-GACAGGATCCAGTGCTCCAGCCTAG-
GAG’ and reverse 5'-AGAGGGATCCTGCTCTGGGCTGGTT-
TGG-3' primers; 24-OH (30 cycles; 94 C, 30 sec; 55 C, 30
sec; 72 C, 1 min) with forward 5'-AAGGATCCTGTTCTGTCT-
TGCATCTTC-3' and reverse 5'-CCCTAAAGCTTTCACAG-
CAGAGAGAAAGC-3’ primers; N-cadherin, (23 cycles; 94 C,
30 sec; 50 C, 30 sec; 72 C, 1 min) with forward 5'-TTAGT-
CACCGTGGTCAAACCAATC-3' and reverse 5'-AGTGGATC-
CACTGCCTTCATAGTCAAACAC-3' primers. All of the above
reactions were performed in 50 ul of 2.5 mm MgCl,, 50 mm
KCI, and 10 mm Tris-Cl (pH 9.0) using 2.5U of Tag DNA
polymerase (Amersham Pharmacia Biotech, Baie d’Urfé,
Québec, Canada). Aliquots of 45 ul of each amplified sample
were subjected to electrophoresis on 2% agarose gels con-
taining ethidium bromide and photographed. Fluorescent
bands were quantified using Kodak (Rochester, NY) digital
science 1D Image Analysis software.

For Northern blotting, 20 ng of total RNA or 1 pg of poly
A+ RNA were electrophoresed as described (21). Separated
RNAs were transferred to a Nylon membrane (Hybond-N+,
Amersham Pharmacia Biotech). The blotted membrane was
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soaked in 3% SSC and 0.1% SDS at 50 C, and prehybridized
at 42 C in 50 mm phosphate buffer pH 6.5, 50% formamide,
5% SSC, 10% Denhardt’s solution containing 250 pg/ml
sheared, and denatured salmon sperm DNA. Hybridization
was carried out in the same solution by the addition of 32P-
labeled cDNA probes. After hybridization, the membrane was
washed 4 times in 2% SSC and 0.2% SDS for 5 min, 3 times
in 0.1% SSC and 0.2% SDS for 30 min at 50 C, dried, and
autoradiographed. Band intensities were quantitated using
the FluorChem digital imaging system and AlphaEaseFC
software (Alpha Innotech Corp., San Leandro, CA).
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