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The hypoxic tumor microenvironment has been shown to contribute to genetic instability. As one possible
mechanism for this effect, we report that expression of the DNA mismatch repair (MMR) gene Mlhl is
specifically reduced in mammalian cells under hypoxia, whereas expression of other MMR genes, including
Msh2, Msh6, and Pms2, is not altered at the mRNA level. However, levels of the PMS2 protein are reduced,
consistent with destabilization of PMS2 in the absence of its heterodimer partner, MLH1. The hypoxia-induced
reduction in MIh1 mRNA was prevented by the histone deacetylase inhibitor trichostatin A, suggesting that
hypoxia causes decreased MIh1 transcription via histone deacetylation. In addition, treatment of cells with the
iron chelator desferrioxamine also reduced MLH1 and PMS2 levels, in keeping with low oxygen tension being
the stress signal that provokes the altered MMR gene expression. Functional MMR deficiency under hypoxia
was detected as induced instability of a (CA),, dinucleotide repeat and by increased mutagenesis in a
chromosomal reporter gene. These results identify a potential new pathway of genetic instability in cancer:
hypoxia-induced reduction in the expression of key MMR proteins. In addition, this stress-induced genetic
instability may represent a conceptual parallel to the pathway of stationary-phase mutagenesis seen in bacteria.

It has been argued that the large number of mutations found
in malignant cells cannot be accounted for by the low rate of
mutation generally found among somatic cells, leading to the
suggestion that there is a mutator phenotype in cancer (26).
The basis for this genetic instability has not been fully estab-
lished. Much work has focused on the role of genetic defects in
cancer cells affecting cell cycle regulation and DNA repair that
could lead to genomic instability, such as in p53 (18). Hered-
itary nonpolyposis colon carcinoma is linked to inherited de-
fects in several of the human DNA mismatch repair (MMR)
genes, including Msh2, Mihl, and Pms2 (29). Another cancer-
prone syndrome, xeroderma pigmentosum, affects individuals
with mutations in genes associated with the nucleotide excision
repair (NER) pathway (56).

As an alternative mechanism by which genetic instability
might arise in cancer, we and others have investigated the
possible role of the tumor microenvironment (61). Developing
tumors form a unique tissue environment because their growth
outstrips their blood supply, leading to hypoxia, low pH, and
nutrient deprivation (39, 55). Several studies have shown that
hypoxia can alter chromosome metabolism, leading to gene
amplification and fragile site induction (11, 37, 60). Our prior
work found that cells exposed to hypoxia in culture have in-
creased frequencies of point mutations at reporter gene loci
(36). In addition, experimental tumors grown from cells im-
planted into mice show elevated levels of mutations compared
to the same cells grown in parallel in normoxic culture, point-
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ing to a deleterious effect of the tumor microenvironment on
genome integrity in vivo (32, 36, 54).

We have hypothesized that hypoxia and associated physio-
logic changes could cause mutagenesis either by producing
DNA damage or by hindering DNA repair. Previous experi-
ments have shown that repair of UV-induced DNA damage is
functionally diminished in hypoxic cells (62). However, in that
work, we did not detect altered expression of factors in the
NER pathway (which is responsible for UV damage repair),
leading to the conclusion that the altered pH and other cellular
changes related to hypoxia might serve to impair NER enzyme
function rather than reduce NER gene expression.

In the present work, we have examined the status of the
DNA MMR pathway under conditions of hypoxic stress. In
mammalian cells, MMR is carried out by a series of proteins,
including MSH2, MSH3, and MSH6 (homologues of the Esch-
erichia coli MutS) and MLH1 and PMS2 (homologues of the E.
coli MutL) (reviewed in reference 24). Heterodimers of the
MutS homologues (either MSH2 and MSH3 or MSH2 and
MSHS6) act in concert with heterodimers of the MutL homo-
logues (primarily MLH1 and PMS2) to mediate correction of
replication errors as well as of DNA mismatches arising from
other processes, such as recombination. We report here that
levels of the MutL homologues MLH1 and PMS2 are reduced
by hypoxia in mouse and human cells, whereas levels of the
MutS homologues MSH2 and MSH6 are unaffected. We find
that Mlh1 expression is specifically decreased at the mRNA
level, and we provide evidence that this down-regulation can
be attributed to diminished transcription due to histone
deacetylation. In addition, a functional decrease in MMR ac-
tivity under hypoxia was detected in both mouse and human
cells by using two different reporter gene assays, including an
assay for instability of a dinucleotide repeat sequence. These
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results identify a possible new pathway of acquired genetic
instability in cancer.

MATERIALS AND METHODS

Cells. Mouse 3340 cells are a fibroblast line described previously (13). HeLa
cells (CCL-2) were obtained from the American Type Culture Collection (Ma-
nassas, Va.). EMT6 cells are derived from a mouse breast carcinoma (38). The
3340 and HeLa cells were grown in Dulbecco’s modified Eagle medium supple-
mented with 10% fetal bovine serum (Life Technologies, Rockville, Md.). EMT6
cells were grown in Waymouth medium supplemented with 10% fetal bovine
serum (Life Technologies). HIF-1a wild-type and nullizygous mouse fibroblasts
were described previously (42). Hypoxic cell culture conditions were established
as described previously (36), using a continuous flow of a humidified mixture of
95% N, and 5% CO, gas certified to contain less than 10 ppm of O, (Airgas
Northeast, Cheshire, Conn.). Desferrioxamine mesylate (DFX) (Sigma, St.
Louis, Mo.) treatment was carried out by supplementation of culture medium at
a concentration of 250 wM under normoxic conditions. Cells were exposed to the
cytosine methylation inhibitor 5-aza-2'-deoxycytidine (azaC) (Sigma) by addition
to the culture medium at a concentration of 100 uM for 24 h prior to and during
hypoxic exposure. Cells were treated with trichostatin A (TSA) (Sigma) by
addition to the culture medium at a concentration of 300 nM immediately prior
to and during hypoxic exposure.

Western blot analysis. Western blotting was performed as previously described
(34), using the following antibodies: MSH2 (clone Ab-2; Oncogene Research
Products, San Diego, Calif.), MLH1 and PMS2 (clones A16-4 and G168-15,
respectively; BD-PharMingen, Franklin Lakes, N.J.), MSH6 and HIF-1a (clones
44 and 54, respectively; Transduction Laboratories, Franklin Lakes, N.J.), and
tubulin (clone B-512; Sigma). Proteins were visualized with horseradish peroxi-
dase-conjugated anti-mouse immunoglobulin G and an ECL detection system
(Amersham, Arlington Heights, I1l.), and bands were quantified by densitometry
(UN-SCAN-IT software; Silk Scientific, Orem, Utah).

Northern blot analysis. Total RNA was isolated by using Trizol (Life Tech-
nologies) followed by phenol-chloroform extraction. Equal amounts of RNA
samples were fractionated by gel electrophoresis in 1% agarose with 6.6% form-
aldehyde in MOPS (morpholinepropanesulfonic acid) buffer at 60 V for 5 h. Gels
were transferred to Hybond-N nylon membranes (Amersham) overnight in 20X
SSPE buffer (1X SSPE is 0.18 M NaCl, 10 mM NaH,PO,, and 1 mM EDTA [pH
7.7]) and prehybridized in PerfectHyb Plus hybridization buffer (Sigma) for 3 h.
Mouse probes were generated by reverse transcription-PCR amplification with
RNA from 3340 cells (SuperScript one-step RT-PCR kit; Life Technologies)
with the following primer pairs: for Mih1, 5'-GCATAGCGGCGGGGGAAGT
CAT-3' (sense) and 5'-CGGTTGTGGCATTGGGCAGTGTT-3' (antisense);
for Pms2, 5'-CCAAGTGAGAAAAGGGGCGTGTTATCC-3' (sense) and 5'-C
TGTCTTGAAGCGCTTGGCATTTGTG-3' (antisense); for Msh2, 5'-GCGGC
CCGCGAGGTGTTCAA-3' (sense) and 5'-TGCCTCAGTTTCCCCATGTCT
CCAGTAGTC-3' (antisense); for Msh6, 5'-CAGCCTAAGACACAAGGATC
TAGGCGAAGTAGC-3' (sense) and 5'-CTGTGTACCCTTGGTAATGATCC
TACAGATCTCC-3' (antisense); and for transketolase, 5'-GGAAGCCCCTCC
CCAAAAACATGG-3' (sense) and 5'-ATGGCGGCCATGCGAATCTGG-3'
(antisense). Probes were confirmed by DNA sequence analysis in each case.
Probes were 3?P labeled by using the Random Primers DNA Labeling System
(Life Technologies) and purified by using NAP5 gel exclusion columns (Amer-
sham). The human MIh1 probe was 3?P labeled from a 500-bp fragment corre-
sponding to the 5’ end of the cloned Mlh1 cDNA (2). Blots were hybridized with
the indicated probes overnight at 65°C and washed in 2X SSPE buffer-0.1%
sodium dodecyl sulfate at 42°C, followed by visualization via autoradiography
and quantification via phosphorimager analysis.

B-Galactosidase mutation assay. The pCAR-OF plasmid (4 pg), in which the
B-galactosidase gene contains a 58-bp out-of-frame (CA),, insertion at the 5’
end of its coding region, was transfected by using cationic lipids (GenePorter;
Gene Therapy Systems, San Diego, Calif.) into either HeLa cells or EMT®6 cells
along with the gWIZ luciferase vector (0.5 pg) as a normalization control. Three
hours later, medium containing the transfection mixture was removed. Cells were
replenished with fresh medium and were cultured either under normoxic or
hypoxic conditions. After 48 h, cells were lysed, and the B-galactosidase and
luciferase activities were measured under each condition. Values of B-galacto-
sidase expression were normalized to the luciferase control and averaged over
duplicate samples. In some cell samples, pPCAR-OF plasmid DNA was rescued
from the HeLa cells for genetic analysis of B-galactosidase gene function in
indicator bacteria by an alkaline lysis procedure, as previously described (50).

supFGI mutation assay. 3340 cells were treated with either hypoxia or nor-
moxia for the 24 h. After a 3-day recovery period, the cells were harvested, and
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FIG. 1. Decreased levels of MLH1 and PMS2 in mouse and human
cells exposed to hypoxia. Western blot analyses were performed to
determine the expression of the MMR proteins MLH1, PMS2, MSH2,
and MSHG6 in cells under normoxic (lanes N) or hypoxic (lanes H)
conditions, as indicated. The period of time that the cells were main-
tained under hypoxic conditions (24 or 48 h) is given. Tubulin expres-
sion is presented to confirm equal sample loading. (A) Mouse 3340
cells. (B) HeLa cells. Expression of the hypoxia-inducible factor
HIF-1a is also shown for comparison to verify that physiologically
relevant levels of hypoxia were present in the treated cells.

high-molecular-weight genomic DNA was prepared for lambda shuttle vector
rescue from the chromosomal DNA and analysis of supFGI gene function, as
previously described (62).

RESULTS

To determine whether the expression of the MMR proteins
may be modulated by the conditions of the tumor microenvi-
ronment, a mouse fibroblast cell line, 3340, was placed under
low-oxygen conditions, and samples of total cellular protein
were obtained for Western blot analyses over a 2-day time
period of exposure (Fig. 1A). After 48 h of hypoxic incubation,
levels of the MutL homologues MLH1 and PMS2 were de-
creased in the hypoxic cells compared to normoxic cells, with
relative decreases of seven- and fivefold, respectively. At the
earlier 24-h time point, the differences were not as pro-
nounced, but it was still possible to detect decreases in the
ranges of twofold for both MLH1 and PMS2. In contrast, no
hypoxia-related changes in the levels of either MSH2 or
MSH6, two MutS homologues in the MMR pathway, were
detected at any time during the 48-h period examined. We also
saw no decrease in the levels of several NER proteins, includ-
ing XPA, XPB, XPD, and XPG, in mouse cells under hypoxic
conditions (reference 62 and data not shown). Levels of tubu-
lin were also unchanged (Fig. 1A) and served as standards to
confirm equal loading of cellular protein samples.

A similar analysis was undertaken with human HeLa cells
(Fig. 1B). Again, quantities of MLH1 and PMS2 were seen to
drop with hypoxic incubation, especially at the 48-h time point,
with decreases of six- and fourfold, respectively. Cellular levels
of MSH2 and MSH6 were not altered. Note that in the same
samples, the levels of the hypoxia-inducible transcription fac-
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FIG. 2. Decreased levels of MIhl mRNA in mouse and human cells
exposed to hypoxia. Northern blot analyses were performed on RNA
samples obtained from cells grown under normoxic (lanes N) and
hypoxic (lanes H) conditions for 24 h. (A) Mihl, Pms2, Msh2, and
Msh6 mRNA levels in mouse 3340 cells. To confirm equal sample
loading, mRNA levels for transketolase (Tkt) were also determined.
(B) MIh1 mRNA levels in human HeLa cells under normoxic or hy-
poxic conditions. (C) Mlhl and Pms2 mRNA levels in mouse EMT6
cells under normoxic or hypoxic conditions. Equal sample loading was
verified in the cases of the HeLa and EMT®6 cell blots by analysis of
ethidium bromide-stained gels prior to transfer (not shown). Expres-
sion levels were quantified by phosphorimager analysis, and the ratio
of expression under hypoxia to that under normoxia is listed to the
right of each panel.

tor HIF-1a (44) were substantially increased by the hypoxic
treatment, providing a clear contrast to the decreased MLH1
and PMS?2 levels and verifying that the cells were exposed to a
physiologically relevant degree of hypoxia.

To determine if the reduced levels of MLH1 and PMS2
expression are the result of decreased mRNA levels, Northern
blot analyses were performed (Fig. 2). In 3340 cells (Fig. 2A),
MIhl mRNA levels were decreased upon hypoxic incubation
(to 36% of the level in normoxia in the Northern blot shown),
but those of Pms2 were essentially unchanged (108% of the
level in normoxia). This experiment was repeated three times
with similar results, with an average decrease in M/h1l mRNA
levels of approximately 3- to 3.5-fold and consistently with no
change in Pms2 levels. Levels of Msh2 and Msh6 mRNAs were
also unchanged (Fig. 2A).

HeLa cells exposed to hypoxia also showed a decrease in
MIhl mRNA levels (2- to 2.5-fold) (Fig. 2B). Analysis of a third
cell line, EMT6, derived from a murine breast carcinoma (38),
again showed a drop in M/h1 mRNA levels in hypoxia (12-fold)
(Fig. 2C) but no decrease in Pms2 mRNA levels. These results
indicate that expression of MIhl is specifically reduced at the
mRNA level in three different mouse and human cell lines
exposed to hypoxia.

Note that Pms2 mRNA levels are not decreased by hypoxia,
suggesting that the reduction in PMS2 protein levels seen in
hypoxia may come about due to alterations in either transla-
tion efficiency or posttranslational stability. The latter is the
more likely explanation, as destabilization of PMS2 in the
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FIG. 3. Decreased MMR gene expression in mouse and human
cells exposed to the hypoxia-mimetic drug DFX. (A) Western blot
analyses of the expression of the MMR proteins MLH1, PMS2, MSH2,
and MSH6 in human Hela, mouse 3340, and mouse EMT6 cells
treated with DFX. Tubulin expression is presented to confirm equal
sample loading. Expression of the hypoxia-inducible factor HIF-1a in
the HeLa cells is also shown for comparison to demonstrate that the
DFX treatment provoked a hypoxia-like response in the cells.
(B) Northern blot analyses of MIh1 and Pms2 mRNA levels in mouse
3340 cells with and without DFX treatment. (C) Northern blot analysis
of MIh1 and Pms2 mRNA levels in mouse EMT6 cells with and without
DFX treatment. (D) Northern blot analysis of MIhl mRNA levels in
HeLa cells with and without DFX treatment.

absence of its heterodimer partner, MLH1, has been observed
in the case of knockout mice deficient in MLH1 (58).

It is thought that cells detect low oxygen tension through a
heme-containing sensor protein (14). The hypoxic state can be
mimicked by using the iron chelator DFX, which is proposed to
disrupt normal oxygen-sensing pathways in mammalian cells by
inhibiting heme-Fe*" interactions; DFX therefore has been
used as a hypoxia mimetic in cell culture (52). Like hypoxia,
DFX can stabilize HIF-1a (52), which stimulates the transcrip-
tion of genes bearing the hypoxia response elements (28, 51,
52). The stabilization of HIF-1a by hypoxia and by DFX has
been attributed to reduced proline hydroxylation (6, 20, 21).
We exposed cells to DFX for 24 h and analyzed protein ex-
pression by Western blot analysis. Treatment of 3340, EMT6,
and HeLa cells with DFX resulted in decreases in both MLH1
and PMS2 (Fig. 3A) but no changes in either MSH2 or MSH6.
As expected, HIF-1a levels were increased in the DFX-treated
HeLa cells. Northern blot analyses (Fig. 3B) revealed that
MIh1 mRNA was substantially decreased in the 3340 cells upon
DFX exposure, but Pms2 mRNA levels were not affected. In
EMTO6 cells (Fig. 3C), MIh1 mRNA was also reduced by DFX
treatment, with no decrease in Pms2. Similarly, in HeLa cells
treated with DFX (Fig. 3D), MIh1 mRNA levels were de-
creased. These results show that MIhI expression is reduced
not only in truly hypoxic cells but also in cells in which hypoxia
is simulated by interfering with normal cellular oxygen-sensing
and -signaling pathways.

To investigate the mechanism by which hypoxia-induced sig-
naling reduces Mlhl gene expression, we considered the pos-
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FIG. 4. The histone deacetylase inhibitor TSA prevents the down-
regulation of Mlh1 expression by either hypoxia or treatment with the
hypoxia mimetic drug DFX. (A) Northern blot analyses of MIhl ex-
pression levels were carried out on RNA samples from 3340, EMTO6,
and HelLa cells incubated under the following conditions as indicated:
normoxia, hypoxia for 24 h, hypoxia plus the cytosine methylation
inhibitor azaC, hypoxia plus TSA, or hypoxia plus both azaC and TSA.
Equal sample loading was verified by analysis of ethidium bromide-
stained gels prior to transfer (not shown). (B) Northern blot analyses
of MIh1 expression levels in 3340, EMT6, and HeLa cells under nor-
moxic or hypoxic conditions and with or without TSA, as indicated.
(C) Northern blot analyses of MIhI expression levels in 3340, EMTO6,
and HeLa cells with and without DFX treatment and with or without
TSA, as indicated.

sibility that MIh1 promoter hypermethylation might play some
role. MIh1 expression is reduced in many sporadic cancers, and
this has been associated with methylation of CpG-rich pro-
moter regions (16, 22). We used two sensitive assays for de-
tection of methylation in genomic DNA, methylation-specific
PCR (16) and combined bisulfite and restriction analysis (57).
Neither assay revealed changes in Mlhl promoter methylation
status in the cells exposed to hypoxia for 24 or 48 h (data not
shown). As a further test of a possible role for methylation, we
pretreated either 3340, EMT6, or HeLa cells with the methyl-
ation inhibitor azaC (9) for 24 h and then exposed them to
hypoxia, while still maintaining them in azaC. There was a
minimal effect of azaC on MIh1 mRNA levels in hypoxic cells
(Fig. 4A).
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However, when the cells were incubated in the presence of
TSA, a specific inhibitor of histone deacetylases (27, 59), the
down-regulation of MIh1 by hypoxia was prevented in all three
cell lines (Fig. 4A [compare lanes 2 and 4 for each cell line] and
B [compare lanes 2 and 4]). The combined effect of TSA and
azaC was also effective in inhibiting the MIh1 down-regulation.
Hence, it appears that hypoxic stress reduces Mlhl expression
in a manner that is dependent upon histone deacetylase activ-
ity, since the decrease in Mlhl expression is prevented by
TSA-mediated inhibition of histone deacetylases. This finding
is consistent with previous studies linking histone deacetylation
with the down-regulation of gene expression by hypoxia (23).
In the case of MIh1, it is likely that the hypoxia-induced histone
deacetylation occurs at the MIhl promoter locus, leading to a
hypoacetylated state and thereby decreasing transcription of
the MIhI gene. However, we cannot rule out the possibility that
the reduced expression of MIhl in hypoxia is caused by a
yet-to-be identified regulatory factor. The expression of this
factor itself could be altered via changes in histone acetylation.

Interestingly, in normoxic cells, TSA did not cause an in-
crease in MIh1 mRNA and, in fact, appeared to cause a slight
reduction in MIh1 expression (Fig. 4B, compare lanes 1 and 3
for each cell line). That TSA might produce a decrease in Mih!
gene expression in normoxic conditions is at first glance puz-
zling, since (i) the opposite effect is clearly seen under hypoxic
conditions and (ii) TSA typically causes up-regulation of gene
expression by altering the balance of histone acetylation and
deacetylation to favor increased acetylation of chromatin (30).
However, the ability of TSA to cause a reduction in the ex-
pression of certain genes under normoxic conditions (possibly
via unexpected activation of histone acetyltransferase activity
at certain loci) has been reported (30). Such genes include
those for cdk-1, cyclin B1, and cyclin A (30). Hence, it is
plausible that the expression of MIh1, like that of these other
genes, may be reduced by TSA under normoxic conditions but
may be increased by TSA under hypoxia. Nonetheless, these
results provide evidence for a specific hypoxia-induced path-
way in which changes in histone deacetylase activity cause
reduced Mlhl expression.

Since DFX was found to produce a decrease in MIhl expres-
sion similar to that induced by hypoxia, we tested whether the
down-regulation of MIhl caused by DFX could also be pre-
vented by TSA treatment (Fig. 4C). Northern blot analyses of
MIhl mRNA levels in 3340, EMT6, and Hela cells revealed
that TSA treatment does block MIh1 down-regulation by DFX
in all three cell lines. These results provide additional evidence
for Mih1 regulation at the level of histone acetylation, and they
support the hypothesis that hypoxia and DFX cause decreased
MIh1 expression via similar mechanisms.

To test whether the hypoxia-induced MlhI down-regulation
is stable or transient, we transferred 3340 mouse cells to nor-
moxic conditions after 48 h of hypoxia, and we found that by 4
days the MIh1 mRNA levels began to return to those of the
normoxic controls (Fig. 5). This suggests that the down-regu-
lation is transient and reversible, a result that is consistent with
our model of regulation at the level of histone acetylation.

HIF-1a is a key factor that regulates gene expression in
response to hypoxia (43). On examination of the Mihl pro-
moter, we identified a putative hypoxia-responsive element at
positions —84 to —80 (ACGTG) (19), suggesting that MihI
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FIG. 5. Reversibility of the hypoxia-induced down-regulation of
Mih1 after replacement of cells in normoxic conditions. Northern blot
analysis of MIhl mRNA levels in 3340 mouse cells grown under nor-
moxia (lane N), grown under hypoxia for 48 h (lane H), or grown
under hypoxia for 48 h and then returned to normoxia for the indicated
times is shown.

expression might be regulated by HIF-1a under hypoxia. To
test this, we examined Mlhl gene expression under normoxic
and hypoxic conditions in otherwise isogenic mouse embryonic
fibroblasts either wild type or nullizygous for HIF-la (42).
Down-regulation of MIhl was still detected in HIF-1a-defi-
cient cells (data not shown), indicating that the down-regula-
tion of MIh1 expression in hypoxia does not require HIF-1a.

To examine whether MMR is functionally diminished in
hypoxic cells, we examined mutagenesis at a chromosomal
locus in the 3340 cells. 3340 cells are derived from transgenic
mice that contain multiple stably integrated copies of a lambda
vector DNA at a single locus on chromosome 7 (13). The mice
and the mouse-derived 3340 cells were designed for mutation
detection with the supFG1 reporter gene present in the lambda
vector DNA (31). In experiments performed in parallel to the
Western and Northern analyses described above, samples of
3340 cells grown under hypoxic or normoxic conditions were
harvested for analysis of mutagenesis in the supFGI gene via
lambda phage vector DNA rescue from mouse cell genomic
DNA by using lambda packaging extracts (15, 62). The phage
vectors rescued from the hypoxic cells showed an approxi-
mately twofold increase in mutation frequency (Fig. 6A). Se-
quence analysis of the mutations obtained from the hypoxic
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cells revealed that a majority were 1-bp deletions or insertions
within the G - C base pair repeats at positions 99 to 105 and 172
to 179 (data not shown). Using a second reporter gene in the
lambda vector (the cII gene), we also found a twofold increase
in mutation frequency under hypoxia (7.0 X 107> = 1.0 X 1073
[53 of 750,126] under normoxia and 14.4 X 107> = 1.1 X 10>
[79 of 549,297] under hypoxia).

As another approach to measure possible hypoxia-induced
genetic instability, a mutation reporter construct was used to
assay directly for the instability of simple repeated sequences
that is the hallmark of MMR deficiency (48). HeLa and EMT6
cells were each transfected with an episomal, replicative re-
porter construct, pPCAR-OF (33), containing the B-galactosi-
dase gene interrupted by a 58-bp out-of-frame poly (CA),,
insertion tract at the 5’ end of its coding region. Restoration of
the proper reading frame occurs when replication slippage
errors within the (CA),, tract escape correction by MMR.
Hence, increased B-galactosidase activity is indicative of de-
fective MMR. Following transfection (which included a lucif-
erase vector as an internal control), the cells were placed under
either hypoxic or normoxic conditions. After 48 h, cell lysates
were assayed for B-galactosidase and luciferase activities (Fig.
6B). Under hypoxia, the HeLa and EMTG6 cells were found to
express 1.9- and 1.7-fold, respectively, higher levels of B-galac-
tosidase (relative to luciferase) than the same cells under nor-
moxic conditions. When an otherwise similar B-galactosidase
expression vector lacking the out-of-frame 58-bp insertion was
tested in the cells, no differences in the ratio of B-galactosidase
to luciferase expression between hypoxia and normoxia were
detected (data not shown), suggesting that hypoxia otherwise
has no effect on the relative expression of the B-galactosidase
and luciferase constructs.

Hence, in HeLa cells, for example, in which we detected a
6-fold decrease in MLH1 levels under hypoxia by Western
blotting (Fig. 1), we measured a 1.9-fold increase in genetic
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FIG. 6. Induction of mutagenesis by hypoxia and association with MLH1 levels. (A) Frequencies of mutations in the chromosomal supFGI
reporter gene in 3340 cells exposed to hypoxia. Cells were maintained under normoxic or hypoxic conditions for 24 h. After 3 days of subsequent
growth of the cells under normal culture conditions, mutagenesis in the supFG1 reporter gene was assayed by rescue of the chromosomally
integrated AsupFG1 shuttle vector. Error bars indicate standard errors. (B) Restoration of B-galactosidase (beta-gal) activity via frameshift
mutagenesis in a lacZ reporter gene construct in HeLa and EMT6 cells under normoxia or hypoxia. Cells were transfected with an episomal,
replicative vector, pPCAR-OF (33), containing the B-galactosidase gene interrupted by a 58-bp out-of-frame poly (CA),, insertion tract at the 5’
end of its coding region. Restoration of the proper reading frame to generate a functional enzyme occurs when replication slippage errors within
the repeat sequence tract are not corrected by MMR. This experiment was performed three times, and the relative B-galactosidase values were
normalized to a value of 1 for the normoxic cells in each case. Standard errors are indicated.
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instability with the pCAR-OF assay. For comparison, when the
same pCAR-OF assay was used with colon cancer cells in
which the MIhl genes had been completely inactivated by mu-
tation, 100-fold increases in B-galactosidase expression relative
to that in wild-type cells were observed (33). This comparison
shows that there is still some residual MLH1 function and
MMR activity in hypoxic cells and that hypoxic cells do not
display the extreme genetic instability that is seen in com-
pletely MMR-deficient hereditary nonpolyposis colon carci-
noma cells. However, the data do demonstrate that the reduc-
tions in MLHI1 levels in HeLa and EMT6 cells under
prolonged hypoxia are sufficient to produce measurable in-
creases in genetic instability within a sequence context that is
known to be unstable in the setting of MMR deficiency.

As yet another way to quantify the instability of the (CA),,
tract in hypoxic cells, the pCAR-OF plasmid vector DNA was
rescued from the HelLa cells after 48 h under either normoxic
or hypoxic conditions and used to transform indicator bacteria
to assay for lacZ gene function (50). Enumeration of the re-
sulting bacterial colonies revealed a 1.6-fold-higher frequency
of B-galactosidase-positive colonies in the samples derived
from the hypoxic versus the normoxic cells (5.2 X 10~ [27 of
52,099] versus 3.3 X 10~* [9 of 27,061]). This result is consis-
tent with the measurements of B-galactosidase expression in
HeLa cell lysates (see above) and again shows hypoxia-induced
instability of the (CA),, tract, as would be expected from a
reduction in MMR activity. Hence, taken together, the exper-
iments with the pCAR-OF assay in HeLa and EMTG6 cells and
with the supFGI and cII chromosomal reporter gene assays in
3340 cells provide quantitative evidence for low but detectable
levels of hypoxia-induced mutagenesis at repeated sequences,
a characteristic of MMR deficiency.

DISCUSSION

To explore the mechanisms underlying tumor microenviron-
ment-induced genetic instability, we investigated whether the
hypoxic conditions found in solid tumors could influence the
DNA MMR pathway. We found that in both human and
mouse cells, prolonged exposure to hypoxia caused decreased
levels of MLH1 and PMS2. MIh1 expression, specifically, was
found to be down-regulated at the mRNA level. Transcript
levels from other MMR genes, including Pms2, Msh2, and
Msh6, were unaffected. PMS2 protein levels were nonetheless
reduced under hypoxia, in keeping with the known instability
of PMS?2 in the absence of its heterodimer partner, MLH1 (8,
58). Interference with oxygen-sensing and -signaling pathways
by treatment of cells with the iron chelator DFX caused similar
reductions in MIh] mRNA expression and in MLH1 and PMS2
protein levels, suggesting that the cellular perception of low
oxygen tension is a key regulatory element. Mechanistically,
the down-regulation was blocked by TSA, implicating histone
deacetylation as a critical step in the process. Since transcrip-
tion factors can alter histone acetylation, we tested for a pos-
sible role of the hypoxia-inducible transcription factor HIF-1a
in the pathway, but it was not found to be required.

Consistent with a reduction in levels of MLH1 and PMS2,
we detected increased frequencies of frameshift and slippage
mutations in two different reporter constructs in hypoxic cells,
the chromosomally based lambda shuttle vector and the epi-
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somal pCAR-OF vector. In the lambda vector system in the
3340 cells, mutagenesis in two reporter genes, supFG1 and cll,
was examined. In the case of the pCAR-OF B-galactosidase
assay, hypoxia-induced instability was detected in both HeLa
and EMT6 cells. With the HeLa cells, two different methods of
quantification were used. The observed genetic instability in
hypoxic cells that was consistently detected in all of these
assays is in keeping with diminished MMR activity. It should be
noted that the reduced MMR activity could result both from
the substantial decreases in MLH1 and PMS2 levels and from
the suboptimal cellular conditions that are caused by hypoxia
(such as low pH and decreased energy production), thereby
also causing functional impairment of the remaining repair
proteins.

With respect to tumor biology, our results suggest that tu-
mor cells that experience hypoxia may express transient muta-
tor phenotypes (even in the absence of actual mutations in
MMR genes) due to decreased MIhl expression, leading to
acquired genetic instability and contributing to tumor progres-
sion (Fig. 7). Hypoxic regions in solid tumors vary over time
and space, and there can be areas of both chronic and acute
hypoxia. Hence, hypoxia-induced changes in MIh1 gene expres-
sion may be variable and intermittent, being more pronounced
in certain tumors (and certain regions within a tumor) and
minimal in others. Overall, this process may help to explain
why high levels of hypoxia in human tumors correlate with a
worse prognosis and more aggressive behavior compared to
the case for less hypoxic tumors (5, 17).

In addition, the MMR pathway participates in the response
of cells to certain types of DNA damage (13). Cells deficient in
MMR factors, including MLH1, MSH2, and PMS2, show in-
creased survival following exposure to alkylating agents and
ionizing radiation (13). Hence, the down-regulation of Mihl
under hypoxia in solid tumors may promote resistance to
agents used in cancer therapy. This possibility is under active
investigation.

The ability of hypoxia to alter gene expression in mammalian
cells is well established (46). Genes induced by hypoxia include
those for glycolytic enzymes, growth factors, and transcription
factors, many of which have roles in tumor angiogenesis and
metastasis (49, 55). Hypoxia has also been shown to decrease
the expression of a number of genes, but without clear impli-
cations for DNA repair pathways (1, 4, 25, 35, 47, 53). Inter-
estingly, the extended time course pattern of Mlhl down-reg-
ulation that we observed may explain why previous surveys of
the effect of hypoxia on gene expression profiles in mammalian
cells via array technology have not identified MIhl as a hy-
poxia-responsive gene, as the prior studies were conducted
over shorter time frames of hypoxia exposure (25).

Our studies provide some initial clues to the mechanism by
which MIh1 is down-regulated in hypoxia. It appears that Mih1
expression is regulated, at least in part, at the level of tran-
scription. Northern blot analysis revealed reductions in Mlhl
mRNA levels after 24 and 48 h of hypoxia in both mouse and
human cells. In addition, the histone deacetylase inhibitor TSA
was shown to prevent the hypoxia-induced down-regulation,
suggesting that the reduction in MIhl mRNA results from
changes in transcription initiation and that these changes are
mediated by alterations in histone acetylation and chromatin
structure.



VoL. 23, 2003

Hypoxic region
of tumor

Histone -
acetylation Ac

. Clonal selection G fie
Hypoxia 4= = —=—=— (Uenesc
Cell proliferation instability

; \ J,MLHlfpmsz

HYPOXIA-INDUCED Mihi DOWN-REGULATION 3271

|

G
T AGCTGEGGGGCTA
TCGACCCCCCGAT

1

¥ tuncto
function

-

FIG. 7. Model illustrating the pathway of hypoxia-induced genetic instability via down-regulation of the MMR gene MIhl. The present data
support a mechanism in which hypoxia causes histone deacetylation, leading to repression of MIhl transcription. Decreased MLH1 protein
secondarily leads to destabilization of PMS2. In the setting of reduced levels of the MLH1/PMS2 heterodimer, cellular MMR activity is suboptimal,

resulting in increased genetic instability.

We also considered the possibility that promoter methyl-
ation might play some role, prompted by reports that in many
sporadic human cancers MLHI1 is undetectable in histologic
sections and that this can be associated with hypermethylation
of cytosines at CpG sites within the MIhI promoter (16, 22).
We did examine methylation of the MIhl promoter in genomic
DNA from the cells under the conditions of our experiments,
but we were unable to detect any changes in methylation by
using either of two different assays (16, 57). In addition, the
methylation inhibitor azaC had a minimal effect on the hy-
poxia-mediated down-regulation of M/hl mRNA (Fig. 4).

At this point, we cannot completely rule out a role for
promoter methylation in Mlhl down-regulation; however, we
can conclude that extensive methylation is not required for the
initial effect of hypoxia on MIhl expression. One possible
mechanism is that MIhI down-regulation by hypoxia via his-
tone deacetylation could serve as the initial event in a process
of gene silencing that could eventually be augmented by hy-
permethylation. Such a pathway would be consistent with work
pointing to a broad synergism between hypermethylation and
histone deacetylation in the regulation of gene expression (3,
41).

While there appears to be a clear role for histone deacety-
lation in this pathway, the initiating signal that leads from
hypoxia to MIhl down-regulation has not yet been elucidated.
The fact that exposure to the iron chelator DFX could repro-
duce the same effects on MLH1 and PMS2 as caused by hyp-

oxia is in keeping with a pathway in which an iron-containing
protein responds to oxygen tension to initiate a signal pathway
that can alter MIhl transcription (7, 45, 63). The similarity of
the DFX-induced and the hypoxia-induced pathways of MihI
down-regulation is underscored by the finding that both are
blocked by TSA treatment of the cells, indicating that both
effects are mediated by histone deacetylation. In addition,
while the effect on MIhl does not appear to require HIF-1a,
some other HIF-la-like transcription factor also subject to
oxygen- and iron-dependent proline hydroxylation (or other
modification) could still be involved (6, 20, 21, 45, 63).
Besides the hypoxia-induced repression of MIhl and the
associated increase in repeat sequence instability reported
here, other hypoxia-induced genome changes have been re-
ported, including gene amplification and fragile site induction
(11, 36, 37, 60). Interestingly, gene amplification has also been
reported to arise in MLHI-deficient cells (10), but a direct
connection between MLH1-induced and hypoxia-induced gene
amplification has not been tested. Nonetheless, together these
observations suggest that hypoxia can constitute a profound
cellular stress that can promote genetic instability on several
levels. This constellation of responses is reminiscent of the
multiple genetic changes that have been associated with sta-
tionary-phase mutagenesis in E. coli (12, 40). In response to
starvation conditions, several pathways of genome modifica-
tion are activated in E. coli. Among these are break-induced
recombination and a process of point mutagenesis that is pro-
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posed to result from an insufficiency of the MMR factor MutL
(40), which is the MIh1 homologue. It is tempting to draw a
conceptual parallel between the hypoxia response reported
here and the E. coli stress response. The response to hypoxia
(and possibly to other stresses) may constitute an evolutionar-
ily conserved mechanism by which mammalian cells, like E.
coli, can increase their mutation rates under adverse condi-
tions. Unlike the case of unicellular organisms, however, the
expression of this pathway within a hypoxic tumor might ben-
efit the individual cancer cells but would be disadvantageous to
the organism as a whole.
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