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Metallothioneins are small, cysteine-rich proteins that avidly bind heavy metals such as zinc, copper, and
cadmium to reduce their concentration to a physiological or nontoxic level. Metallothionein gene transcription
is induced by several stimuli, notably heavy metal load and oxidative stress. Transcriptional induction of
metallothionein genes is mediated by the metal-responsive transcription factor 1 (MTF-1), an essential zinc
finger protein that binds to specific DNA motifs termed metal-response elements. In cell-free DNA binding
reactions with nuclear extracts, MTF-1 requires elevated zinc concentrations for efficient DNA binding but
paradoxically is inactivated by other in vivo inducers such as cadmium, copper, and hydrogen peroxide. Here
we have developed a cell-free, MTF-1-dependent transcription system which accurately reproduces the acti-
vation of metallothionein gene promoters not only by zinc but also by these other inducers. We found that while
transcriptional induction by zinc can be achieved by elevated zinc concentration alone, induction by cadmium,
copper, or H2O2 additionally requires the presence of zinc-saturated metallothionein. This is explained by the
preferential binding of cadmium or copper to metallothionein or its oxidation by H2O2; the concomitant release
of zinc in turn leads to the activation of transcription factor MTF-1. Conversely, thionein, the metal-free form
of metallothionein, inhibits activation of MTF-1. The release of zinc from cellular components, including
metallothioneins, and the sequestration of zinc by newly produced apometallothionein might be a basic
mechanism to regulate MTF-1 activity upon cellular stress.

All living organisms are able to cope with a variety of stress
situations by immediately adapting their gene expression pro-
gram to the stress stimulus. For example, metallothioneins,
small cysteine-rich proteins, are strongly upregulated upon
heavy metal load (2, 27, 29, 49, 63, 70, 71). They have the
ability to bind and hence neutralize toxic (such as Cd and Hg)
and excess nontoxic (such as Zn and Cu) heavy metal ions and
also act as radical scavengers. Metal response element binding
transcription factor 1, also called metal-responsive transcrip-
tion factor 1 (MTF-1), plays an important role in the cellular
response to heavy metal stress (2, 21, 38, 55, 75) and is essential
for embryonic liver development in the mouse (24). MTF-1
contains six zinc fingers of the C2H2 type. C-terminal to the
zinc fingers are three distinct activation domains, an acidic, a
proline-rich, and a serine/threonine-rich domain. Via the zinc
fingers, it binds to DNA sequence motifs with the consensus
binding site TGCRCNC, known as metal response elements
(MREs). MREs are present in the promoters of metallothio-
nein genes (41, 61, 64) and other target genes, including zinc
transporter ZnT1 and �-glutamylcysteine synthetase heavy
chain (24, 34, 37). MTF-1 is also involved in the responses to
oxidative stress (16, 24), hypoxia (23, 46), and amino acid

starvation (1). In quiescent cells, MTF-1 preferentially resides
in the cytoplasm but translocates to the nucleus upon several
stress conditions, notably heavy metal load (59, 62, 67). Fur-
thermore, changes in phosphorylation state have been shown
to contribute to MTF-1 activity (35, 58).

At least three domains of MTF-1 are involved in sensing
heavy metal load. Among these, the zinc fingers appear most
important for metal response, as indicated by several findings:
(i) they are the most conserved region of MTF-1 from insects
to mammals, (ii) chimeric MTF-1 that is essentially reduced to
the zinc fingers and fused to a heterologous activation domain
retains partial responsiveness (43), (iii) finger deletions in con-
junction with DNA binding and metal binding studies have
implicated zinc fingers 5 and 6 as well as 1 in metal respon-
siveness (11, 30). A second region was found by systematic
domain swapping between mouse and human MTF-1. The
latter shows a lower basal but higher metal-inducible activity
than mouse MTF-1, and this species difference could be nar-
rowed to the acidic activation domain (43). Most recently, a
third domain was found to contribute to metal inducibility, a
cysteine-rich segment C-terminal to the serine/threonine-rich
activation domain. Cysteine substitutions or deletions did not
affect nuclear translocation or DNA binding of MTF-1 but
impaired metal induction in vivo (D. Giedroc, personal com-
munication). These two regions involved in metal sensing and
metal response probably act in concert with the zinc finger
domain, since a chimeric MTF-1 in which the zinc fingers were
replaced with a POU DNA binding domain displayed metal-
independent, constitutive activity (E. Brugnera and W.
Schaffner, unpublished data).

* Corresponding author. Mailing address: Institut für Molekularbi-
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MTF-1 is likely to act as an intracellular zinc sensor, since in
a competitive situation, it requires a higher zinc concentration
for DNA binding/function than other zinc-binding factors (7,
26, 41; this study). This suggests a molecular mechanism for
why MTF-1-dependent genes are transcriptionally activated by
zinc load. However, these metal binding studies also revealed
an apparent paradox: in vivo, other heavy metals, notably cad-
mium and copper, induce metallothionein gene transcription
via MTF-1, yet these metals are unable to functionally substi-
tute for zinc in cell-free DNA binding assays of MTF-1; rather,
they have a deleterious effect in vitro by inhibiting MTF-1’s
ability to bind DNA (7, 22, 26, 45, 50, 80). Furthermore, it was
reported that the activity of mammalian MTF-1 expressed in
Saccharomyces cerevisiae was inducible by zinc but not by cad-
mium or H2O2 (17). It was thus speculated that all other stress
conditions (except zinc load) that activate MTF-1 in vivo exert
their effect mostly indirectly, that is, by liberating zinc from
intracellular stores (38, 50). However, the nature of such an
intracellular supply remains to be identified.

Metallothioneins, which are mostly saturated with zinc un-
der steady-state conditions (9, 48), are an obvious candidate
zinc source for MTF-1 in the response to nonzinc stimuli (2,
38). Metallothioneins have been shown in cell-free reactions to
remove or supply zinc to the zinc finger transcription factors
Sp1, TFIIIA, estrogen receptor, and tramtrack (10, 56, 78, 79),
but unlike MTF-1, these are apparently not activated by heavy
metal stress. Sp1 might even counteract the effect of MTF-1
(47), and certain zinc finger proteins function best at very low
zinc concentrations (6).

Biochemical studies have shown that the particularly high
affinity of metallothioneins for cadmium and copper and the
oxidation of their sulfhydryl groups by reaction products of
hydrogen peroxide can liberate zinc (31, 54, 63, 71). Moreover,
metallothionein genes are well-defined targets of MTF-1, i.e.,
their transcription is induced by MTF-1 in response to heavy
metals. We have previously shown that MTF-1 is essential not
only for zinc-induced transcription of metallothionein genes
and for the induction by other heavy metals like cadmium and
copper, but also for their basal-level expression under non-
stress conditions (26). Here we provide evidence that metallo-
thionein itself can contribute to the regulation of MTF-1 ac-

tivity. We show that addition of cadmium, copper, or hydrogen
peroxide together with zinc-saturated metallothionein results
in specific activation of MTF-1, while addition of thionein (the
metal-free form) results in preferential inhibition of MTF-1.
Based on the data reported here, we consider it very likely that
an elevated intracellular zinc concentration can be used for a
direct activation of MTF-1.

MATERIALS AND METHODS

Construction of reporter, reference, and effector genes. The reporter genes
(4xMREd and MT-I promoter, �728 to �8) and reference genes are based on
the rabbit beta-globin OVEC (oligonucleotide vector) system (73). TATA-only
OVEC refers to the original vector used for the cloning of the upstream pro-
moter elements of interest. 4xSp1-OVEC and 4xOct-OVEC (p4HO) were con-
structed according to Radtke et al. (55), Matsuo et al. (40), and Müller et al. (44).

The expression vector for human MTF-1 for transfection into HEK293 cells is
driven by the cytomegalovirus promoter (26), as is the expression vector for
human Sp1.

Cell culture. HeLa (human cervix carcinoma) S3 cells, BJA-B (human Bur-
kitt’s lymphoma) B-lymphocyte cells, and human embryonic kidney (HEK) 293
cells were cultured as described before (5, 80).

Preparation of basal nuclear extracts from HeLa and BJA-B cells for in vitro
transcription reaction. The basal nuclear extract provided RNA polymerase II
basal transcription components (5, 73). Initial experiments were done with HeLa
cell nuclear extract; similar results were obtained with BJA-B cell nuclear extract.
Nuclear extracts of HeLa and especially BJA-B cells had been used before in our
laboratory for transcription studies, and we could rely on high-quality batches
(42, 73).

Transient transfection of 293 cells and preparation of nuclear miniextract for
complementation of human MTF-1 or Sp1 to in vitro transcription. Transient
transfections were done with the calcium phosphate coprecipitation technique.
Nuclear protein miniextract (the complementing nuclear extract) was prepared
according to Schreiber et al. (60). Transiently overexpressed MTF-1 was largely
found in the nucleus, which permitted the use of nuclear extracts as a source of
MTF-1 protein, while in serum-starved, resting cells, most of the MTF-1 localizes
to the cytoplasm and only translocates to the nucleus upon heavy metal load and
other stress (59, 62, 67). HEK293 cells were used because of their highly efficient
uptake and expression of transfected DNA.

In vitro transcription and nuclease S1 mapping. In vitro transcription was
performed according to Mueller-Storm (42) with 10 to 40 �g of basal nuclear
extract (1 to 2 �l) from HeLa or BJA-B cells, 5 to 40 ng of reporter constructs,
and 20 to 40 ng of reference plasmids. The reference gene was driven by the
simian virus 40 enhancer (OVEC-REF) except for Fig. 1B, in which CMV-REF
driven by the cytomegalovirus promoter was used. From 10 to 50 �g of comple-
menting nuclear extract from 293 cells was included when indicated. The tran-
scription reaction (15 �l) was carried out at 30°C for 60 min in a buffer containing
10 mM HEPES, pH 7.9, 8.5% glycerol, 20 mM KCl, 7 mM NaCl, 5 mM MgCl2,

FIG. 1. Cell-free transcription system that responds to transcription factor MTF-1 and zinc. (A) Response of the mouse metallothionein-I
(MT-I) promoter. The promoter construct with six metal response elements (MRE a to f) and binding sites for Sp1 and USF (3) is shown on top.
The basic transcription reaction contains 37 �g of protein from nuclear extracts of BJA-B cells (�) (basal nuclear extract) or is complemented with
10 �g of protein from nuclear extracts of HEK293 cells that had not been transfected (C, control) or had been transfected with a human MTF-1
(MTF) or Sp1 (Sp1) expression vector. ZnCl2 was included at the concentrations indicated. The lower group of bands are from the internal
reference gene OVEC-REF driven by the simian virus 40 enhancer. 293 nXT, complementing nuclear extract from HEK293 cells. The bar diagram
depicts reporter gene activity normalized for reference gene expression, and the relative activity of the reporter gene in each lane was further
normalized with that of lane 1, which reflects the basal activity of the reporter. All quantification of expression values shown was done the same
way. (B) Response of the synthetic 4xMREd promoter. A schematic view of the promoter construct is shown on top. A promoter construct with
four tandem copies of MREd is highly responsive to MTF-1 and zinc. (�), basic transcription reaction with 19 �g of basal nuclear extract from
BJA-B cells; C, supplemented with 10 �g of nuclear extract from untransfected HEK293 cells; MTF, supplemented with 10 �g of nuclear extract
from HEK293 cells transfected with the human MTF-1 expression vector; 2xMTF, supplemented with 20 �g of the same extract; Sp1, supple-
mented with 10 �g of nuclear extract from HEK293 cells transfected with the human Sp1 expression vector. Note that in this experiment the
reference gene (CMV-REF) is driven by the cytomegalovirus (CMV) promoter containing strong proximal binding sites for Sp1. As a consequence,
the reference gene but not the metal-responsive reporter is consistently activated by supplementation with extra Sp1 factor (lanes 5, 10, 15, and
20, lower group of bands). In these four lanes, other reference values were used for calibration (see Materials and Methods for details). Note that
the 4xMREd promoter was slightly more active than the MT-I promoter; twice the amount of BJA-B basal extract was needed for the latter to
obtain the same signal. 293 nXT, HEK293 cell complementing nuclear extract.
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0.15 mM dithiothreitol, 0.1 mM EDTA, 1.5 units of RNasin, 5 mM creatine
phosphate, and 0.5 mM each of the four nucleoside triphosphates. RNA was
quantified by nuclease S1 mapping as described previously (5, 72, 73).

The gels were developed with a PhosphorImager (Molecular Dynamics), and
bands were quantified with ImageQuant software. For the calculation of relative

activity in bar diagrams, the band intensity corresponding to reporter gene
expression in each lane was normalized to the group of bands from the reference
gene (OVEC-REF, except for Fig. 1B, in which CMV-REF was used) expres-
sion. The values obtained were further normalized to the first lane, which shows
the basal transcriptional activity and therefore was taken as 1.0. However, in Fig.

FIG. 2. Optimizing the conditions for in vitro transcription. The reporter constructs and basic transcription reactions are as in Fig. 1. The
transcription reactions contain increasing amounts of complementing nuclear extract from HEK293 cells that had been transfected with human
MTF-1 expression vector (1xMTF, 2xMTF, 3xMTF, 4xMTF, and 5xMTF correspond to 10, 20, 30, 40, and 50 �g of transfected 293 cell nuclear
extract, respectively). C, control nuclear extract from untransfected HEK293 cells. 293 nXT, complementing nuclear extract from HEK293 cells.
(A) In vitro transcription with the mouse MT-I promoter. The transcription reaction is driven by the mouse MT-I promoter in 37 �g of basal
nuclear extract from BJA-B cells. OVEC-REF driven by the simian virus 40 enhancer was used as the reference gene. (B) In vitro transcription
with the 4xMREd promoter. The transcription reactions are the same as in panel A except that the reporter was driven by the synthetic 4xMREd
promoter and 19 �g of basal nuclear extract from BJA-B cells was used.
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FIG. 3. Stimulation of transcription by zinc and MTF-1 is specific for MRE-containing promoters and can be inhibited by anti-MTF-1
antibodies. (A) In vitro transcription with different control promoters in 12 �g of BJA-B cell basal nuclear extract. The typical induction of the
4xMREd promoter (lanes 5 and 6) by a combination of zinc and complementing nuclear extract from human MTF-1-transfected HEK293 cells
was not observed with three control promoters. C, control nuclear extract from untransfected HEK293 cells; MTF, complementing nuclear extract
from human MTF-1-transfected HEK293 cells. (B) Zinc-responsive transcription is inhibited by anti-MTF-1 antibodies. The transcription reactions
were performed in HeLa cell nuclear extract with the 4xMREd promoter as reporter. The typical activation by a combination of zinc and MTF-1
(lane 4) was not affected by addition of control serum (preimm., preimmune serum, lanes 5 and 6) but strongly affected by various antibody
preparations reactive to mammalian MTF-1 (lanes 7 and 8, �-hN, anti-human MTF-1 N terminus; lanes 9 and 10, �-mN, anti-mouse MTF-1 N
terminus; lanes 11 and 12, �-hC, anti-human MTF-1 C terminus). Anti-mouse and anti-human MTF-1 antibodies show cross-reactivity due to
strong conservation of MTF-1 between the two species. 1x, 1 �l of anti-MTF-1 serum; 2x, 2 �l of anti-MTF-1 serum. MTF, complementing nuclear
extract from HEK293 cells transfected with the human MTF-1 expression vector.
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1B the cotransfection of an Sp1 transactivator boosted reference gene (CMV-
REF) activity. Therefore, in lanes 5, 10, 15, and 20, the reference gene value was
discounted, and the average reference gene activity from the preceding three
lanes was taken instead.

Electrophoretic mobility shift assay. Mini nuclear extract from untransfected
HEK293 cells was prepared as for the transfected cells (see before). The elec-
trophoretic mobility shift assay was done according to Radtke et al. (55). MRE-s
is a consensus MRE sequence without overlapping Sp1 binding sites (55). The
Sp1 oligonucleotide was derived from herpes simplex virus as described before
(8). The Oct factor-binding site is based on the murine 104-2 immunoglobulin
heavy-chain gene promoter (44).

The typical electrophoretic mobility shift assay pattern of Sp1 and MTF-1
bands was observed (24).

Purification of metallothionein and apo-MT from rabbit liver (MT-1). Metal-
lothionein from rabbit liver (MT-1), fully (Zn7-MT) or incompletely (Zn4-MT
and apo-MT) loaded with zinc was prepared as described (68, 69). Note that
copper is bound to metallothionein as copper(I) ion; in our studies, the reducing
conditions of our incubation mixture (containing dithiothreitol) generated and
stabilized this oxidation state.

Preparation of antisera. Polyclonal rabbit antibodies against human and
mouse MTF-1 were obtained by using purified, bacterially expressed protein
representing either the N-terminal or the C-terminal region of MTF-1, always
excluding amino acids 140 to 320 (i.e., the zinc finger region) to avoid possible
cross-reactivity with other C2H2 zinc finger proteins.

RESULTS

Metal-inducible promoters are activated in vitro by MTF-1
and zinc. We intended to develop an in vitro transcription
system that would depend on MTF-1 and on an activating
stimulus, notably heavy metals. Therefore, HeLa cell or human
B lymphocyte (BJA-B) nuclear extract provided basal tran-
scription components (basal nuclear extract) and was comple-
mented with nuclear extract from human embryonic kidney
(HEK293) cells transfected with a human MTF-1 expression
vector (complementing extract). As a control, nuclear extract
from untransfected HEK293 cells was used. Reporter and ref-
erence gene constructs were based on the OVEC (oligonucle-
otide vector) beta-globin gene, and transcriptional activity was
quantified by nuclease S1 mapping (72, 73). The reporter genes
tested were driven either by a synthetic promoter containing
four copies of the strong MREd element (4xMREd) derived
from the mouse metallothionein-I (MT-I) promoter or the
natural MT-I promoter containing all six known MREs (Fig.
1).

Our in vitro transcription system showed only basal tran-
scription activity unless it was supplemented with extra zinc
and human MTF-1. The response was both zinc concentration
dependent and MTF-1 dose dependent (Fig. 1 and Fig. 2).
Zinc at 50 to 100 �M yielded optimal induction for both
promoters; higher concentrations did not increase transcript
levels any further. The zinc concentration for optimal DNA
binding of MTF-1 was previously reported to be at least 15 �M
(15, 28). The fact that higher zinc concentrations were needed
in our experiments may reflect the presence of the chelator

EDTA in the transcription reactions. As is also evident from
Fig. 1 and 2, both the synthetic 4�MREd promoter and the
natural MT-I promoter behaved similarly in response to zinc
and MTF-1. However, the response of the synthetic promoter
was generally somewhat stronger than that of the full-length
MT-I promoter. The small increase of the reporter signal in
the presence of untransfected 293 complementing nuclear ex-
tract and zinc is most likely due to the endogenous human
MTF-1 from HEK293 cells (Fig. 1 and Fig. 2; see lanes 4 to 7
in Fig. 2).

The MREd sequence, which is the strongest among the six
known MREs of the mouse MT-I promoter (12, 64), also
contains an overlapping binding site for the general transcrip-
tion factor Sp1 (47) (see also Fig. 1 and Fig. 5). To test whether
Sp1, another transcription factor containing three C2H2-type
zinc fingers, contributes to the zinc response of our reporter
constructs, complementing nuclear extract derived from
HEK293 cells transfected with a human Sp1 expression vector
was compared side by side with MTF-1-transfected comple-
menting nuclear extract in our in vitro transcription. In con-
trast to MTF-1, Sp1 did not induce transcription of either
reporter gene in response to elevated zinc concentrations (Fig.
1), even though Sp1 is also a zinc finger protein that depends
on zinc for its DNA binding (74, 78). Rather, transcription of
the reference gene driven by the CMV promoter (which con-
tains Sp1 binding sites) was boosted by cotransfection of Sp1,
confirming the activity of this factor on an appropriate pro-
moter (Fig. 1B).

As further controls, the following constructs were tested: (i)
the TATA-only OVEC reporter gene which contains only
the core promoter sequence (beta-globin TATA box and ini-
tiation site), (ii) 4xSp1-OVEC (with four tandem sites for the
three-zinc finger transcription factor Sp1), and (iii) 4xOct-
OVEC, which contains the “octamer” consensus sequence
ATGCAAAT and is driven by the zinc-independent POU do-
main transcription factors Oct1 and 2 (Fig. 3A). As expected,
none of the control promoters responded to elevated concen-
trations of either zinc or MTF-1. Note that both 4xSp1 and
4xOct reporter signals increased upon addition of comple-
menting nuclear extract from HEK293 cells, which is in good
agreement with previous findings that Sp1 and Oct factors are
quite abundant in these cells. Taken together, the transcrip-
tional response to zinc and MTF-1 is specific for MRE-con-
taining promoters.

The specificity of the metal-responsive transcription reaction
was confirmed with two further experiments. Upon addition of
rabbit anti-MTF-1 antibodies, the transcriptional induction on
both 4xMREd and the natural mouse MT-I promoter was
strongly inhibited or completely abrogated (Fig. 3B and not
shown). The same anti-MTF-1 antibodies had no effect on

FIG. 4. Transcriptional response to the toxic heavy metal cadmium depends on zinc-saturated metallothionein (Zn7-MT). (A) Transcription
from the 4xMREd promoter in the presence of cadmium and Zn7-MT in HeLa cell basal nuclear extract. MTF, complementing nuclear extract
from human MTF-1-transfected HEK293 cells. (B) Response of 4xMREd promoter to Zn4-MT and apo-MT (thionein). In vitro transcription was
done in HeLa cell basal nuclear extract. C, control nuclear extract from untransfected HEK293 cells. MTF, complementing nuclear extract from
human MTF-1-transfected HEK293 cells. (C) In vitro transcription with the mouse MT-I promoter in the presence of cadmium and Zn7-MT. The
reactions were done in 32 �g of HeLa cell basal nuclear extract. All samples were supplemented with 20 �g of nuclear extract from HEK293 cells
transfected with the human MTF-1 expression vector.
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transcription from 4xOct-OVEC; moreover, an excess of bind-
ing site oligonucleotides for MTF-1 but not for Sp1 was also
inhibitory (not shown).

Promoter induction by cadmium and copper depends on the
presence of zinc-saturated metallothionein (Zn7-MT). Metal-
lothionein gene transcription in vivo is readily activated not
only by zinc but also by a number of other conditions, notably

cadmium load. MTF-1 plays a key role in this process (26),
although other transcription factors may contribute to this
activation as well (3, 18, 36). By contrast, binding of MTF-1 to
DNA in a cell-free system responds to zinc but not to any other
heavy metal added (7, 80). This suggests that zinc can activate
MTF-1 directly, whereas other heavy metals like cadmium and
copper might exert their effect indirectly via zinc release from

FIG. 5. Zinc-saturated metallothionein (Zn7-MT) alleviates the inhibitory effects of heavy metals on MTF-1 DNA binding and transcriptional
activity. (A) MTF-1 DNA binding activity facilitated by the combination of cadmium or copper and zinc-loaded metallothionein. The mobility shift
assay was done with 11 �g of nuclear extract from untransfected HEK293 cells and the MREd sequence as the probe. Lane 1, extract not
supplemented with extra metal shows a band shift with Sp1 factor (Sp1 has a higher affinity for zinc than MTF-1 (26) but no band characteristic
for MTF-1.) Lane 2, addition of Zn7-MT alone had no influence on this situation. Addition of zinc (lane 3) yielded a strong band for MTF-1.
Conversely, the addition of cadmium (lanes 4, 6, and 8) or copper (lanes 10 and 12) prevented the appearance of both the Sp1 and MTF-1 bands.
Addition of cadmium or copper to the reaction with zinc-saturated metallothionein (Zn7-MT) restored both MTF-1 and Sp1 binding. (The lower
band seen with cadmium and copper in the absence of metallothionein is not MTF-1, since it did not react with the antibody, and was not further
characterized). (B) Transcription induction in vitro of the 4xMREd promoter by copper and metallothionein. MTF, complementing nuclear extract
from human MTF-1-transfected HEK293 cells.
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cellular components. It has also long been known that cad-
mium can displace zinc from metallothioneins due to its higher
affinity to the latter (71).

We reasoned that complementation of our transcription re-
action with purified metallothioneins might result in binding of
cadmium to metallothionein with a concomitant release of
zinc, which in turn would induce MTF-1 DNA binding and
activation of transcription. This was indeed found to be the
case. As seen with the synthetic 4xMREd promoter (Fig. 4A
and 4B), addition of cadmium alone yielded poor, if any, stim-
ulation, while cadmium in combination with zinc-saturated me-
tallothionein (Zn7-MT) activated transcription to the same
extent as if the system had been activated by zinc (Fig. 4A,
lanes 12, 16, and 20; Fig. 4B, lane 13). Partially zinc-loaded
metallothionein (Zn4-MT) and metal-deprived metallothio-
nein (referred to as thionein or apo-MT) yielded reduced and
no transcriptional activation, respectively (Fig. 4B). Metallo-
thionein loaded with cadmium (Cd7-MT) failed to give any
activation upon addition of cadmium (not shown). As another
control, Zn7-MT did not have any influence on the response of
the reporter gene to zinc (not shown).

Similar to the synthetic 4xMREd, the genuine MT-I pro-
moter was also inducible by cadmium in our cell-free system,
again only in combination with Zn7-MT (Fig. 4C). To see
whether the combination of Zn7-MT with cadmium or copper
can also activate the DNA binding activity of MTF-1, a band
shift was performed with nuclear miniextract from untrans-
fected HEK293 cells with the MREd sequence as the probe. As
seen before, MTF-1 but not Sp1 required elevated zinc con-
centrations for efficient DNA binding. Zn7-MT alone did not
change this situation, while the combination with either cad-

mium or copper resulted in activation of MTF-1 in DNA bind-
ing (Fig. 5A). To test whether either metallothionein or cad-
mium exerted an unspecific stimulatory effect, the experiment
was also performed with a reporter gene driven by an “oc-
tamer” promoter (4xOct-OVEC). As expected, this promoter
did not respond to any of the inducers (not shown).

Copper is an essential component of many cellular proteins
such as Cu/Zn-superoxide dismutase and tyrosinase, but its
concentration has to be particularly well controlled due to its
severe toxicity. Copper is also an inducer of metallothionein
gene transcription (26, 45, 77, 80) and, similar to cadmium, has
a particularly high affinity for metallothioneins (63, 71). We
tested copper in our cell-free system and found that it behaved
like cadmium; on its own it was deleterious for MTF-1 in both
DNA binding and transcription assays, while in the presence of
zinc-saturated metallothionein it strongly stimulated both
DNA binding and transcription (Fig. 5).

Promoter induction by hydrogen peroxide also depends on
zinc-metallothionein. Metallothionein gene transcription was
shown to be induced in hepatoma cells by hydrogen peroxide
(H2O2) (14). Also, primary mouse embryo fibroblasts with
targeted disruption of MTF-1 are more sensitive to H2O2 than
wild-type cells (24). Thus, we were interested to see whether
H2O2 could also, in combination with zinc-loaded metallothio-
nein, activate MTF-1-driven transcription in vitro. We found
that H2O2 by itself did not produce a band shift with MTF-1,
but in the presence of Zn7-MT the DNA binding activity of
MTF-1 was restored (not shown). Similarly, H2O2 on its own
also failed to induce transcription by MTF-1. Upon comple-
mentation of the reaction with zinc-saturated metallothionein
(Zn7-MT), transcription from the MT-I promoter and the syn-

FIG. 6. In vitro transcription of mouse MT-I promoter also responds to hydrogen peroxide (H2O2). As a positive control, MTF-1 and zinc
induced transcription (lane 6), as shown before. Transcription was also strongly induced by the combination of MTF-1, zinc-saturated metallo-
thionein (Zn7-MT), and various concentrations of hydrogen peroxide (0.5 mM, 1 mM, 2 mM, 4 mM, and 8 mM, in lanes 13, 17, 22, 26, and 30,
respectively). (�), basal reaction in BJA-B cell nuclear extract without complementing HEK293 extract; C, supplemented with nuclear extract from
untransfected HEK293 cells; MTF, supplemented with nuclear extract from HEK293 cells previously transfected with the human MTF-1
expression vector.
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FIG. 7. Apo-MT counteracts the activation of MTF-1 by zinc. (A) Apo-MT abrogates reporter activation by MTF-1 and zinc on the 4xMREd
promoter. Four different promoter constructs as used in Fig. 3A were tested in our in vitro transcription system with 12 �g of BJA-B cell basal
nuclear extract in the presence of increasing amounts of apo-MT. Complementing nuclear extract from human MTF-1-transfected HEK293 cells
was included in all the reactions; 50 �M ZnCl2 was used where indicated. All reporter signals were quantified against the reference. (B) Apo-MT
abolishes MTF-1 DNA binding activity in the presence of zinc. Band shifting was performed with nuclear extract from untransfected HEK293 cells.
The MREd sequence was used as the probe to visualize the binding of Sp1 and MTF-1 proteins, and an octamer binding site (Oct) was used as
the probe to show the binding of octamer factors. Where indicated, a 300-fold (5 pmol) excess of cold MRE-s or Sp1 binding site oligonucleotide
was included as a competitor in the reaction.
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thetic 4xMREd promoter was fully induced (Fig. 6 and not
shown). As expected, transcription of the reference gene
driven by the simian virus 40 enhancer (OVEC-REF) was not
affected by either H2O2 or metallothionein.

Apo-MT preferentially abrogates activation of MTF-1 by
zinc. Under the assumption that metallothionein can act as a
zinc donor for MTF-1, and since metallothioneins are known
target genes of MTF-1, we reasoned that de novo synthesis of
thionein (apo-MT) would result in a deprivation of zinc and
loss of MTF-1 binding and thus would counteract zinc-medi-
ated activation of MTF-1 (50). This was tested with increasing
amounts of apo-MT added to the transcription reaction. In-
deed, MTF-1 turned out to be exquisitely sensitive to the
presence of apo-MT (Fig. 7A): while 1 �M apo-MT did not
significantly reduce transcription, 3 or 10 �M strongly reduced
MTF-1-driven transcription down to the basal level even in the
presence of 50 �M zinc, which is nominally in excess over the
binding capacity of 3 �M apo-MT.

Considering the results presented in Fig. 4, the inhibitory
effect of apo-MT on MTF-1-driven transcription appears dis-
proportionately high: 3 �M apo-MT, which is expected to bind
merely 21 �M zinc, inhibited transcription in the presence of
50 �M zinc. On the other hand, 20 �M cadmium, which would
be expected to release 20 �M zinc from Zn7-MT, could restore
transcription. A possible explanation, which deserves further
investigation, is that apo-MT is particularly efficient in remov-
ing zinc ions that are required for MTF-1’s activity.

A promoter driven by the ubiquitous zinc finger transcrip-
tion factor Sp1 was far less sensitive to apo-MT addition, and
a promoter driven by the zinc-independent “octamer” tran-
scription factor Oct1/2 (4xOct-OVEC) was completely refrac-
tory; if anything, the presence of apo-MT resulted in a slightly
increased activity. Moreover, the TATA-only OVEC reporter
activity was also not influenced by apo-MT, even though zinc is
generally required for RNA polymerase II function. These
effects are specific for apo-MT because addition of Zn7-MT
instead of apo-MT did not change the zinc response at all (not
shown). DNA binding of the three factors reflected their tran-
scriptional activity: at increasing apo-MT concentrations,
MTF-1 was the first to lose its DNA binding ability, Sp1 was
more resistant, and DNA binding of Oct1 was not affected at
all by apo-MT (Fig. 7B).

DISCUSSION

We have established a cell-free transcription system based
on human cell nuclear extract that activates reporter gene
transcription in response to the heavy metals zinc, cadmium,
and copper and to hydrogen peroxide, similar to MTF-1-de-
pendent induction of metallothionein gene transcription in
vivo. Reporter constructs containing either a synthetic pro-
moter with four tandem metal response elements (4xMREd)
or the natural metallothionein-I promoter (MT-I) are poorly
transcribed unless the transcription reactions are comple-
mented with MTF-1-enriched nuclear extract and with ele-
vated concentrations of zinc or, in case of cadmium, copper,
and H2O2, with zinc-saturated metallothionein. The general
zinc finger transcription factor Sp1 does not substitute for
MTF-1 in this reaction (Fig. 1), nor can reporters with other

promoters (including an Sp1-dependent or octamer factor-
dependent promoter) respond to elevated zinc concentrations
and MTF-1 (Fig. 3A). Interference with anti-MTF-1 antibodies
(Fig. 3B) or competitor MRE oligonucleotides confirms the
specificity of the observed transcriptional induction.

Our finding that induction by cadmium and other nonzinc
inducers depends on the presence of zinc-loaded metallothio-
nein may well be of physiological relevance because any cell
under nonstress conditions contains a basal amount of metal-
lothioneins and other zinc-binding components. In spite of a
particularly high affinity for cadmium, copper, and some other
heavy metals, most intracellular metallothioneins are normally
saturated with the highly abundant zinc (19, 66, 70). We rea-
soned that cadmium would bind with high avidity to metallo-
thioneins, thereby liberating zinc and making it available for
the transcription factor MTF-1. Indeed, such an effect was seen
both with the synthetic 4xMREd promoter and with a metal-
lothionein-I promoter but not with an octamer factor-depen-
dent control promoter (Fig. 4).

Electrophoretic mobility shift assay confirmed the situation
observed with transcription. In extracts of cell nuclei, MTF-1
but not Sp1 binding depended on elevated zinc concentration.
Cadmium and copper eliminated the band shifts of both Sp1
and MTF-1, while in the presence of zinc-saturated metallo-
thionein, the same metals in fact induced DNA binding (Fig.
5A). MTF-1 and metallothioneins have been implicated before
in the handling of oxidative stress, notably in response to hy-
drogen peroxide (14, 16, 24). It was therefore comforting to see
that treatment with H2O2, similar to treatment with toxic heavy
metals, induces transcription only in the presence of zinc-
loaded metallothionein. These data suggest that metallothio-
neins are not merely passive targets of MTF-1 but may rather
contribute to the regulation of its activity.

Another aspect concerns the downregulation of MTF-1 fol-
lowing its induction by zinc or other stimuli, including cad-
mium, copper, and H2O2. Metallothioneins are likely to play a
role in this process (50), since thioneins, the metal-free form of
metallothioneins, bind zinc with high affinity. Furthermore, it
has been shown that, presumably by removing zinc, apo-MT is
able to inhibit DNA binding of the C2H2-type zinc finger pro-
teins Sp1, TFIIIA, and Tramtrack (56, 78, 79) and other zinc
finger transcription factors such as estrogen receptor (10).

To see whether apo-MT can also inhibit MTF-1, we com-
pared its activity with that of Sp1, another zinc finger transcrip-
tion factor harboring the same type of metal-binding motifs
(C2H2-type zinc fingers), in the presence of apo-MT. Since
RNA polymerase II also needs zinc as a cofactor, we chose the
zinc-independent octamer promoter as well as the TATA-only
OVEC, which contains only the TATA box and initiation site,
as controls for the influence of apo-MT on the basal transcrip-
tion machinery. Consistent with previous findings (78), RNA
polymerase II maintained its activity even at high concentra-
tions of apo-MT, while Sp1 was sensitive only to relatively high
apo-MT concentrations. Among these three zinc-binding pro-
teins, MTF-1 is clearly the most sensitive to zinc deprivation,
while the zinc of RNA polymerase II is apparently not avail-
able to apo-MT (Fig. 7). The preferential inhibition of MTF-1
activity by apo-MT shown here is the first experimental evi-
dence for a negative-feedback loop involving newly synthesized
thionein.
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Our studies imply that metallothioneins are crucial compo-
nents in the modulation of MTF-1 activity, which has indepen-
dently been suggested before (2, 32, 38, 50). The question
arises whether the mechanism of MTF-1 activation by zinc
released from metallothioneins is also relevant in vivo, e.g.,
whether the steady-state concentration of zinc-saturated me-
tallothionein is sufficiently high for such a mechanism. Con-
servative estimates arrive at approximately 100,000 metallo-
thioneins per cell, each of which can bind seven zinc (or
cadmium) ions, a large excess over the approximately 10,000
molecules of MTF-1, in which only one or two of the six zinc
fingers are critically involved in conditional zinc binding (4,
11). Besides, cellular zinc-binding proteins other than metal-
lothioneins may well contribute to the effect, as long as they
preferentially release zinc upon exposure to cadmium, copper,
or hydrogen peroxide.

Some in vivo experiments pertinent to this model of MTF-1
activation were performed by Palmiter (50), who found that
induction with copper and cadmium was compromised in zinc-
starved cells. We have also attempted to test the model of
MTF-1 activation in vivo, with fibroblast-type embryonal cells
with a targeted disruption of both stress-inducible metallothio-
nein genes (MT-I and -II) derived from the appropriate knock-
out mouse strain (39). We found weak induction of an MTF-
1-dependent reporter in response to both zinc and cadmium.
Full inducibility of the reporter gene by cadmium and zinc was
restored by transfection of a human MTF-1 expression plas-
mid, which was unexpected at first glance because these me-
tallothionein knockout cells already expressed MTF-1 of their
own. However, further analysis by semiquantitative RT-PCR
revealed a low but significant mRNA expression of the two
remaining metallothionein mRNAs (MT-III and MT-IV).
These metallothioneins also contain MRE-like motifs in their
promoter regions but are usually referred to as noninducible
and tissue specific, with preferential expression in the central
nervous system and squamous epithelia, respectively (33, 51,
53). The expression of these extra metallothioneins precluded
a clear analysis, in particular because the expression of MT-IV
was even boosted by transfection of MTF-1 (not shown).
Taken together, the in vivo experiments do not prove the
model but are compatible with it.

In this context, it is worth mentioning that Saccharomyces
cerevisiae has evolved its own metal transcription factor/metal-

lothionein system which is similar yet unrelated to the one
relying on MTF-1, which is predominant from insects to hu-
mans. The yeast transcriptional activator AceI acts as a copper
sensor which is unable to bind DNA efficiently in normal
growth medium. Upon copper load, a tetracopper cluster
forms in the DNA binding domain of AceI, which is a prereq-
uisite for promoter recognition at the copper metallothionein
gene CUP1 (7a, 13, 20, 52, 76). AceI also binds zinc, some of
which may be displaced by copper. The system is thus concep-
tually similar to the one presented here for MTF-1, with the
important difference that in S. cerevisiae, copper binding occurs
directly to the transcription factor itself rather than to a sep-
arate protein (metallothionein). A possible drawback of this
seemingly simpler system may be an increased risk of oxidative
DNA damage due to the close proximity of redox-active cop-
per (Fig. 8B). We note that also in the case of iron, mammalian
cells avoid the presence of a redox-active metal in a DNA
binding transcription factor; transferrin receptor and ferritin
expression is regulated by posttranscriptional mechanisms (25,
57).

Also in other aspects, the mammalian MTF-1 system ap-
pears more complex than the yeast AceI /CUP1 system: Re-
cently, nuclear-cytoplasmic shuttling of MTF-1 was found to be
regulated by heavy metal and other stress conditions (59, 62,
67), and phosphorylation, presumably by more than one ki-
nase, contributes to the activity of MTF-1 (35, 58). MTF-1 has
also been implicated in the hypoxic response via activation of
the angiogenic placenta growth factor gene (23, 46). Finally,
MTF-1 was recently reported to bind to the mRNA for ribo-
somal protein S25 under conditions of amino acid starvation,
implying a role in stress response and apoptotic cell death
upon prolonged starvation (1). MTF-1 no doubt has multiple
roles in different stress-related pathways, and we are only be-
ginning to understand the many facets of this essential tran-
scription factor. Even though the regulation of MTF-1 is
known to be rather complex, we suggest that activation of
MTF-1 by zinc liberated from metallothioneins and other zinc-
binding components and subsequent inactivation of MTF-1 by
newly synthesized apo-MT are evolutionarily ancient mecha-
nisms for regulating MTF-1 activity upon heavy metal and
oxidative stress (Fig. 8A). Phosphorylation and nucleocytoplas-
mic shuttling, which are also known to affect MTF-1 function,
might be more recent control mechanisms.

FIG. 8. Heavy metal-responsive transcription in mammals and S. cerevisiae. (A) Model for MTF-1 activation by cadmium, copper, and hydrogen
peroxide (H2O2) via zinc-loaded metallothionein (Zn7-MT). Cadmium and copper bind to metallothionein (MT) with a much higher affinity than
zinc, but due to the great abundance of the latter, the majority of metallothionein under physiological conditions is present as Zn7-MT. Upon
cadmium or copper loading, zinc is released from metallothionein and presumably from other cellular proteins and allows zinc saturation of
MTF-1, which requires a higher zinc concentration for DNA binding than other typical zinc finger proteins such as Sp1. H2O2 also induces zinc
release from metallothionein via oxidation of sulfhydryl groups. In contrast to cadmium and other agents, which are postulated to activate MTF-1
indirectly, elevated zinc concentrations activate MTF-1 directly, i.e., without the need for zinc release from other proteins. The scheme is not meant
to be drawn to scale or numerically accurate (e.g., in reality, seven to eight zinc ions bind to one metallothionein molecule, and MTF-1 has six zinc
fingers). Furthermore, aspects of MTF-1 regulation such as nucleocytoplasmic shuttling and phosphorylation are not addressed in this model,
which is proposed to depict the primordial mechanism of heavy metal-induced gene activation in higher eukaryotes. (B) Model of the regulation
of metallothionein transcription in S. cerevisiae. In S. cerevisiae, copper metallothionein (CUP1) gene transcription is controlled by the copper/zinc
transcription factor AceI (52, 65, 76). In the absence of elevated copper concentrations, some or all metal binding sites of AceI are filled with zinc.
Upon copper loading, four copper ions form a tetracopper cluster, thereby possibly replacing some zinc. Of the four copper(I) ions, only two are
shown schematically. This induces an allosteric conformation change which permits DNA binding at control sequences (UASCu) and activation
of metallothionein transcription.
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