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ABSTRACT

Nickel is a potent environmental pollutant in industrial countries.
Because nickel compounds ar e car cinogenic, exposur e to nickel represents
a serious hazard to human health. The under standing of how nickel exerts
itstoxic and car cinogenic effects at a molecular level may beimportant in
risk assessment, aswell asin thetreatment and prevention of occupational
diseases. Previously, using human and rodent cellsin vitro, we showed that
hypoxia-inducible signaling pathway was activated by carcinogenic nickel
compounds. Acute exposure to nickel resulted in the accumulation of
hypoxia-inducible transcription factor (HIF)-1, which strongly activated
hypoxia-inducible genes, including the recently discovered tumor marker
NDRGL1 (Cap43). To further identify HIF-1-dependent nickel-inducible
genes and to understand therole of the HIF-dependent signaling pathway
in nickel-induced transformation, we used the Affymetrix GeneChip to
compare the gene expression profiles in wild-type cells or in cells from
HIF-1a knockout mouse embryos exposed to nickel chloride. As expected,
when we examined 12,000 genes for expression changes, we found that
genes coding for glycolytic enzymes and glucose transporter s, known to be
regulated by HIF-1 transcription factor, were induced by nickel only in
HIF-1a-proficient cells. In addition, we found a number of other hypoxia-
inducible genes up-regulated by nickel in a HIF-dependent manner in-
cluding BCL-2-binding protein Nip3, EGLN1, hypoxia-inducible gene 1
(HIG1), and prolyl 4-hydroxylase. Additionally, we found a number of
genesinduced by nickel in a HIF-independent manner, suggesting that Ni
activated other signaling pathways besides HIF-1. Finally, we found that
in HIF-1a knockout cells, nickel strongly induced the expression of the
whole group of genes that were not expressed in the presence of HIF-1.
Because the majority of modulated genes were induced or suppressed by
nickel in a HIF-1-dependent manner, we elucidated the role of HIF-1
transcription factor in cell transformation. In HIF-la-proficient cells,
nickel exposureincreased soft agar growth, whereasit decreased soft agar
growth in HIF-la-deficient cells. We hypothesize that the induction of
HIF-1 transcription factor by nickel may be important during the nickel-
induced carcinogenic process.

INTRODUCTION

The utilization and disposal of nickel (Ni)-containing products in
modern industry leads to environmental pollution by both soluble and
insoluble forms of Ni. Additionally, combustion of fossil fuel con-
tributes significantly to environmental burden, mostly by producing
aerosols containing soluble Ni (1). Human exposure to Ni occurs
primarily via inhalation and ingestion (2). Cutaneous exposure to Ni
causes allergy in the form of contact dermatitis. The chronic exposure
to Ni compounds can lead to asthma, inflammation, lung fibrosis, and
kidney diseases, but the most serious concerns relate to the carcino-
genic activity of Ni (2). Epidemiological studies have clearly impli-
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cated Ni compounds as human carcinogens based on a higher inci-
dence of lung and nasal cancer among Ni mining, smelting, and
refinery workers (2, 3). In various animal models, Ni compounds
induce tumors at virtually any site of administration (2). Additionally,
insoluble Ni compounds such as nickel subsulfide efficiently trans-
form rodent and human cellsin vitro (2). Based on these observations,
the IARC evaluated the carcinogenicity of Ni in 1990 (4). All Ni
compounds except for metallic Ni were classified as carcinogenic to
humans.

The molecular basis of Ni carcinogenesis has been challenging
because carcinogenic Ni compounds were weakly mutagenic in most
assay systems, even though they were able to produce oxidative DNA
damage and inhibit DNA repair activity (2, 5-9). The level of oxida-
tive stress induced by Ni in cellsis rather weak when compared with
other metals; however it depleted glutathione and activated AP1,3
nuclear factor kB, and other oxidatively sensitive transcription factors
(10-13).

Recently, new data related to the activation of hypoxic signaling
pathways by Ni have emerged (13-15). The response to hypoxia is
mediated primarily by the HIF-1 transcription factor. In the presence
of oxygen, proline 564 in the HIF-1a subunit is hydroxylated by a
prolyl hydroxylase (16). The prolyl hydroxylation of HIF-1« alowed
VHL binding, leading to the proteosomal destruction of this protein.
The prolyl hydroxylase that fulfills this function requires both oxygen
and iron. It is likely that Ni substitutes iron in the prolyl hydroxylase
and inactivates the enzyme, thus switching a cell’s metabolism to a
state that mimics a state of hypoxia. A first testing of this hypothesis
has been initiated by cloning Ni-inducible genes (17). One gene,
NDRG1 (Cap43), was found to be highly induced by soluble and
insoluble Ni compounds in all tested cell lines (17). In addition to its
induction by Ni compounds, NDRG1 (Cap43) was aso induced by
hypoxia in a HIF-1-dependent manner (18). Moreover, we have
shown that acute exposure to Ni activates HIF-1, and in Ni-trans-
formed cells, the activity of this transcription factor is significantly
elevated (14). Here, using the Affymetrix GeneChip and GeneSpring
analysis software, we show that the exposure of cells to Ni triggered
the expression of hypoxia-inducible genes involved in glucose trans-
port and glycolysis. Other hypoxia-inducible genes up-regulated by Ni
in a HIF-dependent manner were BCL-2-binding protein Nip3,
EGLN1, HIG1, prolyl 4-hydroxylase, and p12574K (19-24).

The induction of ATM, p53, and the p53-dependent genes GADD45
and cyclin kinase inhibitor p21 in a HIF-1-independent manner sug-
gests that the p53-dependent pathway was another pathway activated
by Ni. The response to the appearance of damaged or unfolded
proteins by Ni was HIF-1 independent and can be recognized by the
induction of both Chop 10 (GADD153) and chaperone HSP70 (25,
26). Thus, both HIF-dependent and HIF-independent pathways were
activated by Ni exposure; however, of 114 genes induced >4-fold by
Ni in HIF-1la-proficient cells, 85 genes were induced in a HIF-
dependent manner, indicating that HIF-1-dependent pathway was a

3 The abbreviations used are: APL, activator protein 1; HIF, hypoxia-inducible tran-
scription factor; MEF, mouse embryo fibroblast; EST, expressed sequence tag; GAPDH,
glyceraldehyde-3-phosphate dehydrogenase; EGF, epidermal growth factor; VEGF, vas-
cular endothelial growth factor.

3524



CHEMICAL HYPOXIA CAUSED BY NICKEL

major pathway affected by Ni. The importance of HIF-1 transcription
factor in Ni-induced transformation was tested by the ability of
HIF-proficient and -deficient cells exposed to Ni to grow in soft agar.
Exposure of HIF-proficient but not HIF-deficient cells to Ni resulted
in increased anchorage-independent growth. This study is among the
first to suggest that hypoxia-like conditions could cause cellular
transformation. Therefore, the exploration of the molecular mecha
nisms of Ni carcinogenesis provides new prospects for understanding
how hypoxia possibly selects and promotes cellular changes toward
the malignant phenotype.

MATERIALS AND METHODS

Materials. Nickel chloride was obtained from Alfa Aesar (Ward Hill,
MA). Cell culture media, FCS, glutamine, and antibiotics were obtained from
Life Technologies, Inc. (Rockville, MD). The most commonly used chemicals
were purchased from Sigma (St. Louis, MO). Murine Genome U74A Array
and Test3 Array were obtained from Affymetrix (Santa Clara, CA).

Cell Culture and Exposure Conditions. MEFs and cells with HIF-1«
knockout (MEF HIF-1~/") were obtained from Dr. R. Johnson (University of
California San Diego, San Diego, CA) and were described previously (18). All
cells were maintained at 37°C as monolayers in DMEM supplemented with
10% fetal bovine serum in a humidified atmosphere containing 5% CO, at
37°C. Both HIF-1a-proficient and -deficient cells were exposed to 1 mm NiCl,
for 20 h. These exposure conditions resulted in survival of approximately 70%
of both cell lines. Cell survival was evaluated using two methods, trypan blue
and 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide. Cell expo-
sure to hypoxia has been described previously (18).

Nickel-induced Transformation and Soft Agar Growth. MEFsand MEF
HIF-1~/~ were subjected to 0.25 or 0.5 mm NiCl, exposure for nine rounds.
One round consisted of 2 days of Ni exposure followed by 2 days of recovery.
Nine rounds are needed to make changes more permanent so that they would
last over 4 weeks of the soft agar growth. After nine rounds of NiCl, exposure,
both cell lines were viable and had approximately the same growth rate. Both
exposed and nonexposed cells were plated in soft agar to determine the
efficiency of anchorage-independent growth. Cells (5 X 10% were plated in 5
ml of 0.33% agar in DMEM with 10% fetal bovine serum overlaid onto a solid
layer of 0.5% agar in DMEM supplemented with 10% serum. The culture was
maintained for 4 weeks, and then the colonies were stained with INT solution
(Sigma) and counted using digital camera EDAS 290 Kodak (Rochester, NY).
For each dose of Ni, plating was performed in three dishes to determine the
mean *= SD percentage of cloning efficiency.

RNA Isolation and Northern Blot or GeneChip Hybridization. Total
RNA was isolated from nickel-exposed and nonexposed cells using Midi spin
columns (Qiagen, Vaencia, CA) and used for Northern blot analysis or to
prepare poly(A) mRNA using Oligotex mRNA mini kit (Qiagen). For Gene-
Chip analysis, double-stranded cDNA was synthesized with a SuperScript
Choice System cDNA synthesis kit (Invitrogen, Carlsbad, CA) by using an
oligo(dT),, primer with a T7 RNA polymerase promoter site added to its
3’-end. The isolated cDNA was used for in vitro transcription in the presence
of biotin-11-CTP and biotin-16-UTP using the T7 High Yield Transcript
Labeling System (Enzo Diagnostics, Farmingdale, NY). A total of 25-50 ug
of the cRNA product in buffer [40 mm Tris-acetate, (pH 8.1), 100 mm
potassium acetate, and 30 mm magnesium acetate] was fragmented at 94°C for
35 min. The prepared probe was used for hybridization as a hybridization mix
with BSA and herring sperm DNA (0.1 mg/ml; Sigma) for 16 h at 45°C. The
test3 chip served for evaluation of probe quality as directed by the manufac-
turer (Affymetrix). The quality of probe was estimated based on the ratio of
signd intensity of 3'- to 5'-ends of housekeeping genes, and the ratio was
found to be between 1.4 and 1.7. The quality of probe and labeling procedures
were also evaluated based on signal intensity, which was high across all four
test chips. After evaluation of probe quality, aliquots of the cRNA hybridiza-
tion mixtures (15 g of cRNA in 200 wl of hybridization mix) were hybridized
to the murine GeneChip U74Av2 array. After hybridization, samples were
washed, stained, and scanned according to procedures developed by the
manufacturer (Affymetrix).

Northern Blot Hybridization Probes. Probes for selected genesidentified
using microarray were obtained by PCR. Isolated mMRNA was converted into

cDNA with a SuperScript Choice System cDNA synthesiskit (Invitrogen). The
following primers were used for PCR amplification: (a) Cyplbl, 5'-gccectg-
gcgacgatt-3' (upper) and 5'-aggttgggctggtcactcat-3’ (lower), annealing tem-
perature 59°C; (b) SGK, 5’-gagcataacgggacaacatct-3' (upper) and 5’'-cactct-
gcgataggaaaaage-3' (lower), annealing temperature 60°C; (c¢) HSP70, 5'-
acgggcgegacctgaacaag-3'  (upper) and 5'-cgctgagcttgeccttgaga-3' - (lower),
annealing temperature 54°C; (d) Zacl, 5'-aaccacctccagacccacgat-3' (upper)
and 5'-ggagctgccaasaccccaata-3' (lower), annealing temperature 59°C; (e)
prolyl 4-hydroxylase, 5’'-caagtgggtctccaacaagt-3' (upper) and 5'-caaacactg-
getecteca-3' (lower), annealing temperature 55°C; and (f) Chopl0, 5'-cttgac-
cctgegteecta-3' (upper) and 5'-ctgctecttetecttcatge-3' (lower), annealing tem-
perature 55°C. Thirty cycles were applied in each case with 1 min of
denaturing, 1 min of annealing, and 1-min extension. Final extension was 10
min. All probes obtained by PCR were purified by agarose gel. Plasmid
containing Nip3 probe was kindly provided by Dr. R. Bruick. The probe was
isolated from Xhol/HindlI1-digested plasmid.

Analysis of Gene Expression Data. Scanned output files were visually
inspected for hybridization artifacts and then analyzed with Affymetrix Mi-
croarray Suite 4.0. Arrays were scaled to an average intensity of 125 and
analyzed independently. The murine genome U74Av2 microarray represents
approximately 6000 functionally characterized gene sequences from the mouse
UniGene database as well as approximately 6000 ESTs. After elimination of
genes and ESTs with absent calls from the analysis, the intensity of signal of
the remaining 5310 genes and ESTswas normalized based on the signal of four
independent actin and GAPDH genes. The value of each housekeeping gene
across the four chips was divided by the median value of the same housekeep-
ing gene of four chips. The resulting ratios were then averaged for each chip.
This average ratio was used as a normalization factor for the signal value
correction of al genes within each chip. Fold changes were determined by
dividing the mean intensity of each nickel-exposed condition by the mean
intensity of the control cells.

The GeneSpring 4.1 program (Silicon Genetics, Redwood City, CA) was
used to filter gene expression level with changes of =4-fold. The results were
visualized using a Venn diagram, and known genes with the GenBank acces-
sion numbers are listed in tables.

RESULTS

GeneChip Expression Data Analysis. Microarray primary data
were examined using Affymetrix Microarray Suite 4.0 and Gene-
Spring version 4.1 (Silicon Genetics). To eliminate bias generated
from the signals without present calls, these signals were replaced by
a 2-fold of the background value computed by the Affymetrix Mi-
croarray Suite. Each chip contained =10 expressed control genes
present as nonmammalian single gene “spikes.” Little variation was
observed across the chip series with respect to the standardized spikes,
providing support for comparison of expression levels across different
chips.

A Venn diagram was applied to further investigate both the number
of genes that had a 4-fold change in expression after Ni treatment and
the overlap between these genes in HIF-1a-proficient and -deficient
cells (Fig. 1). One hundred and fourteen genes were up-regulated by
NiCl, exposure in a HIF-1-dependent manner, and 66 genes were
down-regulated in a HIF-1-dependent manner. Twenty-nine genes
were up-regulated by NiCl, in a HIF-1-independent manner, and 31
genes were down-regulated in a HIF-1-independent manner. There-
fore, the expression of approximately 75% of genesinduced by Ni and
>50% of genes suppressed by Ni was HIF-1-dependent. In HIF-1a-
deficient cells, more genes were up-regulated (484 genes) and down-
regulated (287 genes) by NiCl,, indicating that without HIF-1«, cells
modify gene expression in an unbaanced fashion to survive Ni
exposure. Because HIF-1 plays a major regulatory and coordinating
role, it is conceivable that the expression of alarger number of genes
may compensate for the loss of HIF-1 transcription factor.
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Fig. 1. Venn diagram of genes induced or suppressed >4-fold in HIF-proficient and
HIF-1-deficient cells. A total of 5285 expressed genes related to two different phenotypes
have been filtered using 4-fold change threshold. Open circles represent genes induced or
suppressed in HIF-1-proficient cells. Gray-shaded circles represent genes induced or
suppressed in HIF-1-deficient cells. Overlapping, black-shaded areas represent genes
simultaneously induced or suppressed in both cell lines.

Nickel Induction of Glycolytic Enzymes and Genes Involved in
Glucose Transport. Most of the genes involved in glucose metabo-
lism and glycolysis are induced by hypoxia and are HIF-1 dependent
(27). Previously, using HIF-1a-proficient and -deficient fibroblasts,
we have found that exposure of cells to Ni induced genes involved in
hypoxic stress only in HIF-1a-proficient cells (18). These data sug-
gested that Ni activated the HIF-1-dependent pathway. Here, using a
GeneChip analysis and HIF-1a-proficient and -deficient fibroblasts,
we further investigated the induction of genes by Ni. Table 1 shows
the induction of genes involved in glucose transport and glycolysisin
HIF-1a-proficient and HIF-1a-deficient mouse fibroblasts exposed to
1 mm NiCl, for 20 h. Of 12 genes tested, 10 genes were induced by
Ni exposure in HIF-1a-proficient cells, but not in HIF-1a-deficient
cells. Glucose-6-phosphate dehydrogenase and hexokinase | were
unchanged in Ni-exposed cells (Table 1). It is interesting to note that
these data were in agreement with the literature data because glucose-
6-phosphate dehydrogenase and hexokinase | gene expression were
not affected by hypoxia (28). Our results indicate that hexokinase 11
was induced >10-fold by Ni exposure in a HIF-1-dependent manner.
It was reported previously (28) that hexokinase Il is stimulated by

hypoxia in a HIF-1-dependent manner. GAPDH is known to be
induced by hypoxia or Ni (18, 29, 30). Here, with the GeneChip data,
we found that GAPDH was induced 4.5-fold in HIF-1la-proficient
cells, but not in HIF-1a-deficient cells (Table 1).

HIF-1-dependent Induction of Other Genes by Nickel. Of the
114 genesinduced >4-fold by Ni in a HIF-1-dependent manner, over
60% of these genes were ESTs. Nip3 was the only known gene
induced >20-fold by Ni in HIF-1a-proficient fibroblasts (Table 2).
Recently, it was reported that this gene was highly induced by hypoxia
(19). Northern blot analysis confirmed induction of Nip3 expression
only in HIF-1a-proficient cells by Ni (Fig. 2). EGLN1 and prolyl
4-hydroxylase are members of the iron-dependent dioxygenase family
involved in hydroxylation of proline residues (20—22). Both genes
were induced in a HIF-1-dependent manner (Table 2; Fig. 2). Prolyl
4-hydroxylase, which was involved in the hydroxylation of prolinein
collagen, was induced >10-fold. HIG1 is a novel hypoxia-inducible
gene with unknown function (23). This gene was induced by Ni
>13-fold in a HIF-1-dependent manner (Table 2). p1257X is one of
the key elements in a signaling pathway that regul ates changes in cell
shape and motility in response to mitogenic stimuli or stress. The
enzyme was shown to be activated by hypoxia (24). Nickel induced its
expression >5-fold in a HIF-1-dependent manner. Thus, our results
show that many of the genes known to be induced by hypoxia are also
highly induced by Ni in a HIF-1-dependent manner (Table 2).

HIF-1-independent Induction of Gene Expression by Nickel. In
addition to the activation of the HIF-1-dependent pathway, we were

Table1l Changes in the expression of glycolytic enzymes in NiCl,, exposed HIF-1a
proficient and -deficient fibroblasts

Fold of increase in Fold of increase in

Glycolytic enzyme HIF-1a-proficient  HIF-1a-deficient
(GenBank accession number) fibroblasts fibroblasts
Glucose transporter | (M22998) 8273 0.381
Hexokinase | (J05277) 1.954 1.564
Hexokinase Il (Y 11666) 10.42 0.459

Glucose-6-phosphate dehydrogenase (211911) 1.09 0.56

Glucose phosphate isomerase | (L09104) 2.233 0.723
Phosphofructo kinase B (J03928) 5.801 0.327
Aldolase A (Y00516) 3.992 1.361
GAPDH (M32599) 4.529 0.751
Pyruvate kinase 3 (X97047) 2.855 1.59

Phosphoglycerate kinase | (M15668) 4.241 0.992
Lactate dehydrogenase A (M17516) 6.443 0.805
Triosephosphate isomerase (L31777) 2476 0.642

Table 2 HIF-dependent and -independent activation of gene expression by NiCl,

Fold of increase Fold of increase

Gene name (Genbank in HIF-1a in HIF-1a
Gene regulation accession number) proficient cells deficient cells
HIF dependent Nip3 (AF041054) 213 0.98
HIF dependent EGLN1 (A1850202) 14.3 031
HIF dependent Higl (AV372261) 132 0.74
HIF dependent Prolyl 4-hydroxylase (U16163) 10.0 0.96
HIF dependent Focal adhesion kinase (M95408) 5.8 0.98
HIF independent GADD 45 (U00937) 9.4 126
HIF independent P21 (U09507) 7.8 7.8
HIF independent ATM (U43678) 6.0 26
HIF independent P53 (AB021961) 22 20
HIF independent GADD153 (X67083) 43 2.8
HIF independent Jun B (U20735) 9.6 24
Induced in HIF-1a-deficient cells HSP 70 (M12571) 23 93.3
Induced in HIF-1a-deficient cells NGFb (M17298) 18 219
Induced in HIF-1a-deficient cells 1P-10 (M33266) 11 121
Induced in HIF-1a-deficient cells CD44 antigen (X66084) 11 10.0
Induced in HIF-1a-deficient cells Melanocortin 1 receptor (X65635) 11 9.0
Induced in HIF-1a-deficient cells Heparin-binding EGF-like (L07264) 13 8.2
Induced in HIF-1a-deficient cells SGK kinase (AF139368) 18 8.0
Induced in HIF-1a-deficient cells Grgl (U61362) 13 5.0
Induced in HIF-1a-deficient cells BCL-2-like (L35049) 1.0 44
Induced in HIF-1a-deficient cells E-MAP-115 (Y 15197) 0.46 41
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Fig. 2. Northern blot analysis of genes differentially expressed in microarray. HIF-
proficient and HIF-1-deficient cells were exposed to 0.5 mm NiCl,, or hypoxia (1% O.) for
20 h. Total RNA was isolated and hybridized with the specific probe. Ethidium bromide
staining of small ribosomal subunit is shown to assure for equivalent loading.

able to show that Ni also induces gene expression in a HIF-1-
independent manner (Table 2). Hypoxic stress causes induction of p53
possibly followed by apoptosis, depending on the strength of the
induction signal (31). Accumulation of p53 or activation of its tran-
scriptional activity requires ATM kinase that phosphorylates the p53
protein following stress (32). Exposure to Ni increases expression of
ATM in both HIF-1la-proficient and HIF-1la-deficient mouse fibro-
blasts. Because p53 accumulation is occurring at the protein level, it
is not clear whether the increase in ATM expression plays any rolein
the induced p53 expression. The accumulation of p53 in Ni-exposed
cells was reported previously by us (14). GADD45 and p21 were
induced by Ni in both HIF-1a-proficient and HIF-1a-deficient mouse
fibroblasts, suggesting that they were up-regulated through a HIF-1-
independent pathway (Table 2). The induction of GADD45 and p21
by Ni exposure was confirmed at the RNA and protein level in
different cell lines including HIF-1a-proficient and HIF-1a-deficient
mouse fibroblasts (data not shown). GADD45 and p21 are transcrip-
tionally dependent on p53 and mediate p53-dependent growth arrest
(33, 34). Their induction probably represents a safety mechanism that
stops proliferation during Ni-imposed toxicity. Other genes including
GADD153 (Chop10) and HSP70 were induced in both HIF-1a-pro-
ficient and HIF-1a-deficient mouse fibroblasts (Fig. 2). Based on the
GeneChip data, HSP70 expression was induced only 2.3-fold in
HIF-1la-proficient cells, however, Northern blot revealed significant
induction of this gene in both HIF-1a-proficient and HIF-1a-deficient
mouse fibroblasts (Fig. 2). Moreover, its induction in HIF-1la-

proficient cells was stronger in comparison with HIF-1a-deficient
mouse fibroblasts. The gene was not induced by hypoxia, suggesting
that this induction was Ni specific. In contrast, Chop10 was induced
more strongly by hypoxia than by Ni in both cell lines (Fig. 2). The
Chopl0 and HSP70 gene products are involved in the unfolded
protein response (25, 26). It is conceivable that by binding to proteins,
Ni caused an unfolded protein response.

Jun B was induced by Ni in both HIF-1«-proficient and -deficient
mouse fibroblasts (Table 2). This protein is a component of the AP1
transcription factor and is usually a heterodimer made up from mem-
bers of the Jun and Fos protein families. AP1 transcription factor is
activated during hypoxic stress in a HIF-1-independent manner, but it
cooperates with HIF-1 (35). The induction of Jun B by hypoxia has
been described previously (36).

A significant number of genes were induced in HIF-1a-deficient
mouse fibroblasts but not in HIF-1a-proficient cells (Fig. 1). Among
these genes are NGF- B, SGK, IP10, CD44, heparin binding EGF-like,
melanocortin 1 receptor, Grgl, BCL-2-like, and tubulin-binding pro-
tein E-Map-115 (Table 2).

IFN-inducible protein 10 (IP-10) was originaly discovered as a
chemokine that targets both T cells and natural killer cells (37). The
elevation of 1P-10 expression has been demonstrated in a number of
human diseases, including chronic cirrhosis and biliary atresia. Cyto-
kine-responsive gene-2 (Crg-2), the murine orthologue of IP-10, was
induced after CCl, treatment of the hepatocyte-like cell line AML-12.
These data suggest that IP-10 might be a stress response gene. Other
genes such as NGF-3, SGK, CD44, heparin binding EGF-like, mela-
nocortin 1 receptor, Grgl, BCL-2-like, and tubulin-binding protein
E-Map-115 likely represent stress response genes in cells that have
lost HIF-1 transcription factor and therefore lost the normal response
pathway to hypoxia-like stress (38, 39).

Gene Suppression by Nickel. A number of genes were signifi-
cantly suppressed by Ni in a HIF-1-dependent manner, for example,
monocyte chemoattractant protein 1 (MCP-1) was suppressed >20-
fold (Table 2). MCP-1 was shown to contribute to macrophage infil-
tration in human ovarian carcinomas (40). MCP-1 production can be
stimulated by tumor necrosis factor «. Hypoxia down-regulates tumor
necrosis factor a-induced MCP-1 mRNA and protein in ovarian
cancer cells (40). The effect was mimicked by cobalt chloride and
desferrioxamine, which is consistent with HIF-dependent down-
regulation.

Another gene significantly suppressed by Ni in HIF-1a-proficient
cellsisthe tumor suppressor gene Zacl (Table 2; Fig. 2). It was shown
that Zacl inhibited proliferation of tumor cells in vitro, as evidenced
by measuring colony formation, growth rate, and cloning in soft agar
(41, 42). In vivo, Zacl abrogated tumor formation in nude mice. The
antiproliferative activity of Zacl was due to the induction of extensive
apoptosis and of G, arrest, which proceeded independently of the
retinoblastoma protein and the regulation of other cell cycle-related
proteins such as p21(WAFL/Cipl), p27'iPt, p57KiP2 and p16'™N<42,
Zacl is thus the first gene besides p53 that concurrently induces
apoptosis and cell cycle arrest. In HIF-1a-deficient cells, Zacl was
not expressed (Fig. 2).

Neuropilin-1 (Npn-1) expression is suppressed >5-fold by Ni in a
HIF-1a-dependent manner (Table 2). It is a transmembrane receptor
expressed by both endothelial and nonendothelial cells, including
tumor cells (43). Npn-1 has been postulated to function as a cofactor
in the activation of the biologicaly relevant VEGF receptor 2 by
VEGF, ss. However, the function of Npn-1 in normal and pathological
angiogenesis, its expression pattern in relation to VEGF in tumors
such as astrocytomas, and whether it is similarly or differentialy
regulated compared with VEGF remain unknown. Hypoxia, the main
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Table 3 Suppression of gene expression by NiCl,

Gene name Fold suppression in  Fold suppression
(GenBank accession HIF-1a-proficient in HIF-1a-
Gene regulation number) cells deficient cells

HIF dependent MCP-1 (M19681) 212 13

HIF dependent  Zac 1 (X95503) 175 11

HIF dependent Neuropilin (D50086) 56 11

HIF dependent Laminin 5 y2 (U43327) 5.0 1.0

HIF independent  IGF-binding protein 4 10.2 11.6
(X76066)*

HIF independent  CyplB1 (X78445) 217 30.3

HIF independent ~ Gasl (X65128) 15.8 434

2|GF, insulin-like growth factor.

physiological inducer of VEGF expression, decreased Npn-1 expres-
sion (43).

Laminins are major basement membrane proteinsin vivo. Laminin
5 plays an important role in regulating the behavior and function of
epithelia cells in the skin, lung, kidney, gastrointestinal tract, and
many other tissues both in vivo and in vitro. It was shown previously
that hypoxic conditions decreased production of laminin-5 y2 in both
keratinocytes and astrocytes (44, 45). We found that laminin 5 y2 was
also 5-fold down-regulated by Ni in a HIF-1-dependent manner (Ta-
ble 2). Thus, suppression of the same gene by hypoxia and Ni
suggested the involvement of a common pathway.

The growth arrest-specific gene Gas-1 was shown to be preferen-
tially expressed in quiescent NIH3T3 cells. Its expression inhibits
DNA synthesis, suggesting that Gas-1 may be a tumor suppressor
gene (46). This gene was strongly suppressed by Ni in both HIF-1a-
proficient and HIF-1a-deficient mouse fibroblasts (Table 3). It was
shown previously that GAS1-antisense cells had atered morphology
and grew to a much higher saturation density than control cell lines
with aloss of contact inhibition (46). However, there was no change
in requirements for serum or any development of anchorage inde-
pendence.

Transformation of HIF-1la-proficient and HIF-1a-deficient Fi-
broblasts by Nickel. Invitro nickel compounds display potent trans-
forming capability in both human and rodent cell systems (47—49).
After Ni exposure, most rodent cells were found positive for soft agar
growth. Here we evaluated the ability of NiCl, to stimulate soft agar
growth in HIF-1a-proficient and HIF-1a-deficient mouse fibroblasts.
Both of these cell lines are already transformed and display low but
mesasurable anchorage-independent growth. Exposure to nine rounds
of NiCl, resulted in dose-dependent increase of colony forming ability
in HIF-1-proficient cells and in dose-dependent decrease of colony
forming ability HIF-1-deficient cells (Fig. 3).

DISCUSSION

Nickel is a modern environmental contaminant that is toxic and
carcinogenic. The mechanism by which Ni induces carcinogenesis is
still unknown. One possible pathway may involve changes in DNA
methylation (50). Whereas epigenetic mechanisms probably play a
significant role in the carcinogenicity of Ni, alternative mechanisms
are likely to act in concert with these epigenetic effects. Most carcin-
ogens cause cancer by impacting on a variety of different mecha-
nisms. Previously, we have shown that the expression of a number of
genes was altered in Ni-exposed cells (17, 18). The changes in gene
expression in exposed cells resulted from the activation of a number
of transcription factors including ATF-1, p53, and HIF-1 (12, 14, 18,
51). Accumulation of HIF-1 transcription factor, the master regulator
of hypoxic response, suggested that the hypoxia-inducible signaling
pathway was affected by Ni. Indeed, we noted previously (18) that a
set of hypoxia-inducible genes was activated by Ni in HIF-1a-profi-
cient cells, but not in HIF-1a-deficient cells.

In this study, GeneChip technology was used to further identify (a)
genes induced by Ni in HIF-1a-proficient cells but not in HIF-1a-
deficient cells, (b) genesinduced by Ni in both HIF-1a-proficient and
-deficient cells, and (c) genes suppressed by Ni in both HIF-1a-
proficient and -deficient cells. This technology alowed us to simul-
taneously analyze the expression of approximately 12,000 genes and
ESTs. We confirmed that many genes involved in glucose transport
and glycolysis were induced by Ni in a HIF-1-dependent manner. All
of these Ni-induced genes are also known to be induced by hypoxia
(52). The expression of two genes, glucose-6-phosphate dehydrogen-
ase and hexokinase |, was not changed in Ni-exposed cells. These
genes also were not changed by hypoxic exposure (28). Some genes
involved in glycolysis were previously shown to be induced by both
Ni and hypoxia. For example, the glycolytic enzyme GAPDH was
induced by hypoxia and nickel chloride in endothelial cells (18, 29,
30). Thus, the data obtained regarding the induction of genes regu-
lating glucose transport and glycolysisin HIF-1a-proficient but not in
HIF-1la-deficient Ni-exposed cells confirmed our previous observa
tions that Ni activates the HIF-1a-dependent signaling pathway.

Hypoxia plays an important role in tumor progression. It selects for
cells with enhanced glycolytic activity, causing production of large
amounts of lactic acid, one of the most common features of tumor
cells (Warburg effect; Ref. 53). It is clear that exposure to Ni activates
the hypoxia-inducible pathway and, like hypoxia, facilitates selection
of cells with increased glycolytic activity. In addition to the genes
involved in glucose metabolism and glycolysis, a number of other
hypoxia-inducible genes were found to be elevated by Ni in a HIF-
la-dependent manner in our GeneChip experiment. For example,
Nip3 is a proapoptotic gene significantly induced by hypoxia (19).
The microarray data showed a >20-fold induction of this gene in
Ni-exposed HIF-1a-proficient cells, but not in HIF-1a-deficient cells.
Northern blot analyses confirmed the strong induction of this gene by
Ni only in HIF-1a-proficient cells.

EGLNL1 is a mouse homologue of the Caenorhabditis elegans egl-9
gene suspected of coding for an enzyme that regulates HIF-1« prolyl
hydroxylation (20, 21). Both EGLN1 and prolyl 4-hydroxylase are
members of the iron-dependent dioxygenase family involved in pro-
line hydroxylation on proteins. Dioxygenases are iron-dependent en-
zymes that require oxygen for their enzymatic activity and are up-
regulated by hypoxic conditions. Because Ni induces HIF-1
transcription factor, it was not surprising to find that these genes were
up-regulated by Ni exposure in a HIF-1-dependent manner. Adhesive
interactions between cells and the extracellular matrix play a pivotal
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Fig. 3. Anchorage-independent growth of nickel-exposed cells. HIF-proficient and
HIF-1-deficient cells were exposed to NiCl, asindicated in “Materials and Methods” and
plated in soft agar. The histogram shows plating efficiency presented as a percentage of
control.
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rolein cell morphology, matility, and growth. One of the key enzymes
involved in the maintenance of focal adhesion contacts is tyrosine
kinase p12574K. It is known that enzymatic activity of p1257 was
induced by hypoxia (24). We found here that transcription of p12572
was up-regulated by Ni in a HIF-1-dependent manner. Thus, these
data again demonstrate the similarity in the pattern of gene induction
by Ni and hypoxia

Other genes induced by Ni displayed HIF-independent regulation
including p21, p53, and GADD45. Because both p21 and GADD45
were regulated by p53 (33, 34), it istherefore likely that the induction
of p53 by Ni enhanced expression of these genes. These data are in
agreement with our previous finding where activation of p53-depend-
ent transcription in Ni-exposed cells was noted (14). ATM, p21,
GADD153, and Jun B showed mixed regulation. Their inductions in
HIF-1la-proficient cells were strong; however, some induction in
HIF-1a-deficient cells was also observed. This indicates that other
regulatory pathways are involved in regulation of these genes.

Nickel induced or suppressed four times more genes in HIF-1a-
deficient cells than in HIF-1la-proficient cells. It is conceivable that
the loss of the norma pathway to respond to hypoxia-like stress
resulted in the involvement of other mechanisms for cell survival.
NGF-B, SGK, 1P10, CD44, heparin binding EGF-like, melanocortin 1
receptor, Grgl, BCL-2-like, and tubulin-binding protein E-Map-115
were al induced by Ni only in HIF-1la-deficient cells, probably
representing a backup survival program.

HIF-1-dependent suppression of gene expression likely represents
gene-based metabolic reprogramming leading to a rescue process in
stressed cells. These events usually involve a persistent down-regu-
lation of energy demand and supply pathways in metabolism through-
out the hypoxic period. Nickel exposure mimics these conditions, and
gene suppression by Ni is likely to be a part of a survival process.
Suppression of tumor suppressors such as Zacl or Gasl by Ni
probably plays an important role in Ni-induced cell transformation.
Thus, suppression of Zacl not only inactivates this tumor suppressor
but aso impairs the transcriptiona activity of p53 because Zacl
functions together with p53 as a coactivator of responsive genes in
cells expressing wild-type p53 (54).

The changes in gene expression after 20 h of Ni exposure were
transient and disappeared after Ni removal; however, it is known that
chronic exposure to Ni leads to a selection of cells in which these
changes are inherited. For example, chronic exposure to Ni leads to
selection of cells with high levels of HIF-1 transcriptional activity
(14). To assess the role of HIF-1 transcription factor in Ni-induced
transformation, HIF-1la-proficient and -deficient cells were treated
with Ni for nine rounds and then plated on soft agar (because anchor-
age-independent growth is considered an important in vitro test for
cell transformation). We found that Ni transformed cells only in the
presence of HIF-1; in its absence, cells exposed to Ni decreased their
ability to grow in soft agar. Because cells were alowed to recover
before plating, it was concluded that the reduced plating efficiency in
soft agar was unlikely related to toxicity. Nine rounds of exposure to
Ni is along time period; thus, there was ample opportunity for cells
to acquire atered phenotypes. Our results therefore emphasize the
importance of HIF-1 in directing an orderly response to environmental
stressors, such as hypoxia or Ni, and in its absence the cell responds
differently and in a disorganized fashion. As measured by gene
expression analyses, there were 4-5 times more genes induced or
suppressed in HIF-1a-deficient cells as compared with that in cells
having HIF-1«. It was also found that in the absence of HIF-1«, the
mouse cells were genetically unstable, and thus, with continued pas-
saging, they changed phenotype. Additionally, because Ni isknown to
affect reprogramming of gene expression, possibly due to changesin
histone acetylation (55), it is conceivable that genetic instability of

these cells was amplified after Ni exposure. The obtained data suggest
that HIF-1 might be an important driving force for cell transformation
under hypoxic conditions. Studies of the induction of cell transfor-
mation by hypoxia are currently under way.

ACKNOWLEDGMENTS

We acknowledge the excellent technical skills of T. Kluz. We are grateful
to Dr. R. Bruick for providing us with the Nip3 probe.

REFERENCES

1. Biswas, P., and Wu, C. Y. Control of toxic metal emissions from combustors using
sorbents: areview. J. Air Waste Manag. Assoc., 48: 113-127, 1998.

2. Denkhaus, E., and Salnikow, K. Nickel essentiality, toxicity, and carcinogenicity.
Crit. Rev. Oncol. Hemat., 42: 35-56, 2002.

3. Dall, R. Cancer of the nose and lung in nickel workers. Br. J. Ind. Med., 15: 217-223,
1958.

4. IARC. IARC Monographs on the Evaluation of Carcinogenic Risks to Humans, Vol.
49. Chromium, Nickel and Welding. Lyon, France: IARC, 1990.

5. Biggart, N. W., and Costa, M. Assessment of the uptake and mutagenicity of nickel
chloride in Salmonella tester strains. Mutat. Res., 175: 209-215, 1986.

6. Mayer, C., Klein, R. G., Wesch, H., and Schmezer, P. Nickel subsulfide is genotoxic
in vitro but shows no mutagenic potential in respiratory tract tissues of Big Blue rats
and Muta Mouse mice in vivo after inhalation. Mutat. Res., 420: 85-98, 1998.

7. Kasprzak, K. S. The role of oxidative damage in metal carcinogenicity. Chem. Res.
Toxicol., 4: 604—615, 1991.

8. Hartwig, A., Mullenders, L. H. F., Schiepegrell, R., Kasten, U., and Beyersmann, D.
Nickel(l1) interferes with the incision step in nucleotide excision repair in mammalian
cells. Cancer Res., 54: 4045-4051, 1994

9. Klein, C. B., Frenkel, K., and Costa, M. The role of oxidative processes in metal
carcinogenesis. Chem. Res. Toxicol., 4: 592—-604, 1991.

10. Huang, X., Klein, C. B., and Costa, M. Crystalline Ni;S, specifically enhances the
formation of oxidants in the nuclei of CHO cells as detected by dichlorofluorescein.
Carcinogenesis (Lond.), 15: 545-548, 1994

11. Lim, W., Zhaom, Y., and Chou, I. N. Alterations in cytoskeletal protein sulfhydryls
and cellular glutathione in cultured cells exposed to cadmium and nickel ions.
Toxicology, 77: 6579, 1993

12. Sanikow, K., Gao, M., Voitkun, V., Huang, X., and Costa, M. Altered oxidative
stress responses in nickel resistant mammalian cells. Cancer Res., 54: 6407—6412,
1994.

13. Salnikow, K., Su, W., Blagosklonny, M., and Costa, M. Carcinogenic metals induce
hypoxia-inducible factor-stimulated transcription by reactive oxygen species-inde-
pendent mechanism. Cancer Res., 60: 3375-3378, 2000.

14. Sanikow, K., An, W. G. Médlillo, G., Blagosklonny, M. V., and Costa, M. Nickel-
induced transformation shifts the balance between HIF-1 and p53 transcription
factors. Carcinogenesis (Lond.), 20: 1819-1823, 1999.

15. Andrew, A. S, Klei, L. R, and Barchowsky, A. Nickel requires hypoxia-inducible
factor-1a, not redox signaling, to induce plasminogen activator inhibitor-1. Am. J.
Physiol. Lung Cell Mal. Physial., 281: L607-L615, 2001.

16. Ivan, M., Kondo, K., Yang, H., Kim, W., Valiando, J., Ohh, M., Sdlic, A., Asara,
J. M., Lane, W. S,, and Kaelin, W. G. J. HIFa targeted for VHL-mediated destruction
by proline hydroxylation: implications for O, sensing. Science (Wash. DC), 292:
464-468, 2001.

17. Zhou, D., Salnikow, K., and Costa, M. Cap43, a novel gene specifically induced by
Ni2* compounds. Cancer Res., 58: 2182-2189, 1998

18. Salnikow, K., Blagosklonny, M., Ryan, H., Johnson, R., and Costa, M. Carcinogenic
nickel induces genes involved with hypoxic stress. Cancer Res., 60: 38—41, 2000.

19. Bruick, R. K. Expression of the gene encoding the proapoptotic Nip3 protein is
induced by hypoxia. Proc. Natl. Acad. Sci. USA, 97: 9082-9087, 2000.

20. Taylor, M. S. Characterization and comparative analysis of the EGLN gene family.
Gene (Amst.), 275: 125-132, 2001.

21. Epstein, A. C., Gleadle, J. M., McNelll, L. A., Hewitson, K. S., O’'Rourke, J., Mole,
D. R., Mukherji, M., Metzen, E., Wilson, M. |, Dhanda, A., Tian, Y. M., Masson, N.,
Hamilton, D. L., Jaakkola, P., Barstead, R., Hodgkin, J., Maxwell, P. H., Pugh, C. W.,
Schofield, C. J., and Ratcliffe, P. J. C. elegans EGL-9 and mammalian homologs
define afamily of dioxygenases that regulate HIF by prolyl hydroxylation. Cell, 107:
43-54, 2001.

22. Takahashi, Y., Takahashi, S., Shiga, Y., Yoshimi, T., and Miura, T. Hypoxic induc-
tion of prolyl 4-hydroxylase «(1) in cultured cells. J. Biol. Chem., 275: 1413914146,
2000.

23. Denko, N., Schindler, C., Koong, A., Laderoute, K., Green, C., and Giaccia, A.
Epigenetic regulation of gene expression in cervical cancer cells by the tumor
microenvironment. Clin. Cancer Res., 6: 480—487, 2000.

24. Seko, Y., Takahashi, N., Sabe, H., Tobe, K., Kadowaki, T., and Nagai, R. Hypoxia
induces activation and subcel lular translocation of focal adhesion kinase (p125™%) in
cultured rat cardiac myocytes. Biochem. Biophys. Res. Commun., 262: 290296,
1999.

25. Wang, X. Z., Lawson, B., Brewer, J. W., Zinszner, H., Sanjay, A., Mi, L. J,
Boorstein, R., Kreibich, G., Hendershot, L. M., and Ron, D. Signals from the stressed
endoplasmic reticulum induce C/EBP-homologous protein (CHOP/GADD153). Moal.
Cell. Biol., 16: 4273—-4280, 1996.

3529



26.

27.

28.

29.

30.

3L

32

33.

35.

36.

37.

38.

39.

CHEMICAL HYPOXIA CAUSED BY NICKEL

Frydman, J. Folding of newly translated proteins in vivo: the role of molecular
chaperones. Annu. Rev. Biochem., 70: 603-647, 2001.

Semenza, G. L. Hypoxia, clonal selection, and the role of HIF-1 in tumor progression.
Crit. Rev. Biochem. Mol. Biol., 35: 71-103, 2000.

Riddle, S. R., Ahmad, A., Ahmad, S., Deeb, S. S., Malkki, M., Schneider, B. K.,
Allen, C. B., and White, C. W. Hypoxia induces hexokinase Il gene expression in
human lung cell line A549. Am. J. Physiol. Lung Cell. Mol. Physiol., 278: L407—
L416, 2000.

Graven, K. K., McDonald, R. J., and Farber, H. W. Hypoxic regulation of endothelial
glyceral dehyde-3-phosphate dehydrogenase. Am. J. Physiol., 274: C347—-C355, 1998.
Graven, K. K., Yu, Q., Pan, D., Roncarati, J. S., and Farber, H. W. Identification of
an oxygen responsive enhancer element in the glyceral dehyde-3-phosphate dehydro-
genase gene. Biochim. Biophys. Acta, 1447: 208—218, 1999.

Graeber, T. G., Peterson, J. F., Tsai, M., Monica, K., Fornace, A. J., Jr., and Giaccia,
A. J. Hypoxia induces accumulation of p53 protein, but activation of a G;-phase
checkpoint by low-oxygen conditions is independent of p53 status. Mol. Cell. Biol.,
14: 6264—-6277, 1994.

Turenne, G. A, Paul, P., Laflair, L., and Price, B. D. Activation of p53 transcriptional
activity requires ATM’s kinase domain and multiple N-terminal serine residues of
p53. Oncogene, 20: 5100-5110, 2001.

el-Deiry, W. S, Tokino, T., Velculescy, V. E., Levy, D. B., Parsons, R., Trent, J. M.,
Lin, D., Mercer, W. E., Kinzler, K. W., and Vogelstein, B. WAF1, a potential
mediator of p53 tumor suppression. Cell, 75: 817-825, 1993.

. Kastan, M. B., Zhan, Q., el-Deiry, W. S., Carrier, F., Jacks, T., Walsh, W. V.,

Plunkett, B. S., Vogelstein, B., and Fornace, A. J, J. A mammalian cell cycle
checkpoint pathway utilizing p53 and GADD45 is defective in ataxia-telangiectasia.
Cell, 71: 587-597, 1992.

Sanikow, K., Kluz, T., Costa, M., Piquemal, D., Demidenko, Z. N., Xie, K., and
Blagosklonny, M. V. The regulation of hypoxic genes by calcium involves c-Jun/
AP-1, which cooperates with hypoxia-inducible factor 1 in response to hypoxia. Mol.
Cell. Biol., 22: 1734-1741, 2002.

Millhorn, D. E., Raymond, R., Conforti, L., Zhu, W., Beitner-Johnson, D., Filisko, T.,
Genter, M. B., Kobayashi, S., and Peng, M. Regulation of gene expression for
tyrosine hydroxylase in oxygen sensitive cells by hypoxia. Kidney Int., 51: 527-535,
1997.

Koniaris, L. G., Zimmers-Koniaris, T., Hsiao, E. C., Chavin, K., Sitzmann, J. V., and
Farber, J. M. Cytokine-responsive gene-2/IFN-inducible protein-10 expression in
multiple models of liver and bile duct injury suggests a role in tissue regeneration.
J. Immunol., 167: 399—-406, 2001.

Yasuda, M., Tanaka, Y., Fujii, K., and Yasumoto, K. CD44 stimulation down-
regulates Fas expression and Fas-mediated apoptosis of lung cancer cells. Int. Im-
munol., 10: 1309-1319, 2001.

Brunet, A., Park, J,, Tran, H., Hu, L. S., Hemmings, B. A., and Greenberg, M. E.
Protein kinase SGK mediates survival signas by phosphorylating the forkhead
transcription factor FKHRL1 (FOXO3a). Mol. Cell. Bial., 21: 952-965, 2001.

40.

41.

42.

45,

46.

47.

49.

51.

52.

53.

55.

3530

Negus, R. P., Turner, L., Burke, F., and Bakwill, F. R. Hypoxia down-regulates
MCP-1 expression: implications for macrophage distribution in tumors. J. Leukocyte
Biol., 63: 758—765, 1998.

Spengler, D., Villalba, M., Hoffmann, A., Pantaloni, C., Houssami, S., Bockaert, J.,
and Journot, L. Regulation of apoptosis and cell cycle arrest by Zacl, a novel zinc
finger protein expressed in the pituitary gland and the brain. EMBO J,, 16: 2814—
2825, 1997.

Valente, T., and Auladell, C. Expression pattern of Zacl mouse gene, a new zinc-
finger protein that regulates apoptosis and cellular cycle arrest, in both adult brain and
along development. Mech. Dev., 108: 207-211, 2001.

. Ding, H., Wu, X., Roncari, L., Lau, N., Shannon, P., Nagy, A., and Guha, A.

Expression and regulation of neuropilin-1 in human astrocytomas. Int. J. Cancer, 88:
584-592, 2000.

. O'Toole, E. A., Marinkovich, M. P., Peavey, C. L., Amieva, M. R., Furthmayr, H.,

Mustoe, T. A., and Woodley, D. T. Hypoxiaincreases human keratinocyte motility on
connective tissue. J. Clin. Investig., 100: 2881-2891, 1997.

Wagner, S., and Gardner, H. Modes of regulation of laminin-5 production by rat
astrocytes. Neurosci. Lett., 284: 105-108, 2000.

Evdokiou, A, and Cowled, P. A. Growth-regulatory activity of the growth arrest-
specific gene, GASL, in NIH3T3 fibroblasts. Exp. Cell Res., 240: 359-367, 1998.
Conway, K., and Costa, M. Nonrandom chromosomal aterations in nickel-trans-
formed Chinese hamster embryo cells. Cancer Res., 49: 6032—6038, 1989.

. Biedermann, K. A., and Landolph, J. T. Induction of anchorage independence in

human diploid foreskin fibroblasts by carcinogenic metal sats. Cancer Res., 47:
3815-3823, 1987.

Patierno, S. R., Dirscherl, L. A., and Xu, J. Transformation of rat tracheal epithelial
cellstoimmortal growth variants by particulate and soluble nickel compounds. Mutat.
Res., 300: 179-193, 1993.

. Lee, Y-W.,, Klein, C. B., Kargacin, B., Sanikow, K., Kitahara, J., Dowjat, K.,

Zhitkovich, A., Christie, N. T., and Costa, M. Carcinogenic nickel silences gene
expression by chromatin condensation and DNA methylation: a new model for
epigenetic carcinogens. Mol. Cell. Biol., 15: 2547-2557, 1995.

Salnikow, K., Wang, S., and Costa, M. Induction of activating transcription factor |
by nickel and its role as a negative regulator of thrombospondin | gene expression.
Cancer Res., 57: 5060-5066, 1997.

Semenza, G. L. Regulation of mammalian O, homeostasis by hypoxia-inducible
factor 1. Annu. Rev. Cell. Dev. Bial., 15: 551-578, 1999.

Warburg, O. On respiratory impairment in cancer cells. Science (Wash. DC), 123:
309-314, 1956.

. Huang, S. M., Schonthal, A. H., and Stallcup, M. R. Enhancement of p53-dependent

gene activation by the transcriptional co-activator Zacl. Oncogene, 20: 21342143,
2001.

Sutherland, J. E., Peng, W., Zhang, Q., and Costa, M. The histone deacetylase
inhibitor trichostatin A reduces nickel-induced gene silencing in yeast and mamma-
lian cells. Mutat. Res. 479: 225-233, 2001.



