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Transcription repression by the basic region-helix-loop-helix-zipper (hHLHZip) protein Madl requires
DNA binding as a ternary complex with Max and mSin3A or mSin3B, the mammalian orthologs of the
Saccharomyces cerevisiae transcriptional corepressor SIN3. The interaction between Madl and mSin3 is me-
diated by three potential amphipathic a-helices: one in the N terminus of Mad (mSin interaction domain, or
SID) and two within the second paired amphipathic helix domain (PAH2) of mSin3A. Mutations that alter the
structure of the SID inhibit in vitro interaction between Mad and mSin3 and inactivate Mad’s transcriptional
repression activity. Here we show that a 35-residue region containing the SID represents a dominant repres-
sion domain whose activity can be transferred to a heterologous DNA binding region. A fusion protein
comprising the Mad1l SID linked to a Gal4 DNA binding domain mediates repression of minimal as well as
complex promoters dependent on Gal4 DNA binding sites. In addition, the SID represses the transcriptional
activity of linked VP16 and c-Myc transactivation domains. When fused to a full-length c-Myc protein, the
Mad]1 SID specifically represses both c-Myc’s transcriptional and transforming activities. Fusions between the
GAL DNA binding domain and full-length mSin3 were also capable of repression. We show that the association
between Madl and mSin3 is not only dependent on the helical SID but is also dependent on both putative
helices of the mSin3 PAH2 region, suggesting that stable interaction requires all three helices. Our results
indicate that the SID is necessary and sufficient for transcriptional repression mediated by the Mad protein

family and that SID repression is dominant over several distinct transcriptional activators.

Max is a small basic region-helix-loop-helix-zipper (bHL-
HZip) protein that plays a central role in a network of bHL-
HZip transcription factors (11, 31, 65). This network appears
to function in both transcriptional activation and repression.
Max contributes to the transcription activation branch of this
network by forming heterodimers with members of the Myc
family of proto-oncoproteins (12, 53). These Myc:Max het-
erodimers recognize the E-box-related sequence CACGTG to
activate the transcription of synthetic reporter genes (4, 29, 41,
42) and, presumably, cellular Myc-responsive target genes (9,
25, 26a). Transcription repression is mediated by Max het-
erodimer formation with members of the Mad family. The
Mad family (Madl, Mxil, Mad3, and Mad4) is a group of
related bHLHZip proteins originally identified through inter-
action cloning screens with Max (7, 34, 76). Like the transcrip-
tional activator Myc, all Mad family members form dimers with
Max and bind the E-box sequence CACGTG. It has been
demonstrated that Madl, Mad3, and Mad4 function in this
context as transcriptional repressors (7, 34). The opposing
transcriptional activities of Myc:Max and Mad:Max have led to
the hypothesis that Mad family members antagonize Myc’s
positive influence on cellular proliferation. This notion has
gained support from experiments showing that overexpression
of each Mad family member can inhibit cell growth and cellular
transformation by Myc and Ras (15, 18, 34, 40, 44, 70). In
addition, Mxil has been found to be mutated in a small per-
centage of prostate tumors, suggesting that it and possibly
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other Mad family members function as tumor suppressors (23).
Mad’s inhibition of cell growth appears to be due to an in-
crease in the G, phase of the cell cycle, because cells that
overexpress Mad1l accumulate with a 2 N DNA content higher
than control values (16, 55). The inhibitory effect of Mad on
proliferation appears tightly linked to its function as a tran-
scriptional repressor, since mutations that block binding to
Max or to the transcriptional corepressor mSin3 significantly
reduced Mad1’s ability to block cell proliferation (40, 55).

Myc expression is primarily associated with proliferation,
and its function appears to be required for the G, to G,
transition and for cell cycle progression (for reviews, see ref-
erences 31 and 50). In addition, as cells exit the cell cycle
during differentiation, Myc protein synthesis is often down-
regulated. In contrast, expression of Mad family members is
low in proliferating cells but is induced during differentiation in
cells of myeloid, neuronal, and epithelial lineages, suggesting
that Mad family members play a general role in the differen-
tiation process (6, 18, 22, 33, 34, 45, 53a, 70). In addition,
coimmunoprecipitation experiments have revealed a switch be-
tween Myc:Max and Mad1l:Max heterocomplexes after the in-
duction of differentiation in myeloid and epithelial cells (6, 33,
34). The patterns of expression of the different mad family
genes are complex; however, in general, madl and mad4 RNAs
appear to be highest during later stages of terminal differen-
tiation, while mxil is present before and during differentiation
(34). Recent evidence suggests that mad3 is expressed in pro-
liferating progenitor cells prior to differentiation (53a). Given
the antiproliferative effect of Mad overexpression (16, 55), it
seems most likely that Mad is involved in cell cycle exit rather
than providing specific differentiation signals.

Recently, some light has been shed on the mechanism of
Mad transcriptional repression by the identification of putative
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mammalian corepressors that interact with all four Mad family
proteins (8, 34, 58). The interacting proteins, mSin3A and
mSin3B, are related to the Saccharomyces cerevisiae corepres-
sor SIN3 (8). The two mammalian proteins are approximately
60% identical to each other and 35% identical to yeast SIN3.
The regions of most extensive homology between the yeast and
mammalian proteins center around the four paired amphi-
pathic helix (PAH) regions that have been proposed to func-
tion as protein interaction surfaces (8, 72). The interaction
between Mad family proteins and the mSin3 proteins requires
sequences at the amino terminus of the Mad protein and
PAH?2 of either mSin3 protein (8, 34, 58). The amino-terminal
region of the Mad proteins is highly conserved between all
family members and across species, and we have referred to it
as the mSin interaction domain (SID) (34) (Fig. 1A). Interac-
tion between Mad and mSin3 is strongly correlated with re-
pression, since point mutations in the SID of Madl not only
disrupt interaction with mSin3 in vitro but also result in loss of
repression (8). The same mutations also render Mad1 incapa-
ble of inhibiting Myc-Ras cotransformation or cell cycle pro-
gression (40, 55). Furthermore, naturally occurring splice vari-
ants of the Mxil protein (Mxil-WR) have been identified
which lack the SID and which fail to block cotransformation by
Myc-Ras (58).

Although, yeast SIN3 does not possess intrinsic DNA bind-
ing activity (73), we have shown that Mad:Max:mSin3 binds
DNA as a ternary complex (8), suggesting that transcriptional
repression by both the yeast and mammalian Sin3 proteins is
mediated by sequence-specific DNA-binding proteins which
act to tether the corepressors to DNA. Consistent with this
hypothesis is the finding the Sin3 can repress transcription in
yeast cells when brought to the DNA by the heterologous
DNA binding domain of lex4 (74). Furthermore, recent studies
indicate that mSin3 can functionally substitute for the SID of
Mxi (54). Here, we report that the SID can function as a
transcriptional repression domain when fused to a heterolo-
gous DNA binding domain. Moreover, repression by SID is
dominant over several strong transcriptional activators and can
block the transcriptional and transforming activities of c-Myc.

MATERIALS AND METHODS

Fusion protein construction. All of the fusion proteins used in these studies
were constructed by PCR and standard cloning techniques. The PAH2 constructs
have amino acids 321 to 337 for AhelixA and amino acids 369 to 382 for AhelixB
(numbering based on the full-length mSin3A) deleted. The entire PAH2 region
in VP16 was the original PAH2 (8) clone identified and spanned amino acids 251
to 405 of the full-length mSin3A protein. To construct the GAL fusion protein,
we initially amplified sequences encoding amino acids 1 to 147 of the GAL4
DNA binding domain (GALDBD) and cloned them into the expression vector
pSP271 (41). This served as the base plasmid for construction of the other fusion
proteins. To construct MadN35-GAL or Mad(Pro)N35-GAL, we amplified se-
quences encoding the amino-terminal 35 amino acids from either pSPMad or
pSPMad(L12P/A16P) (8) and fused them in frame to the amino-terminus of the
GALDBD. To construct the series of clones with the activation domain of VP16
fused to the carboxy terminus of the GALDBD, we amplified sequences encod-
ing the VP16 activation domain from pVP16 (71) and cloned them in frame at
the carboxy-terminal site of pSPGAL, pSPMadN35GAL, and pSPMad(Pro)
N35GAL to create pSPGALVP16, pSPMadN35GALVP16, and pSPMad(Pro)
N35GALVP16, respectively. The entire coding regions of mSin3 were amplified
from pVZmSin3A or pVZmSin3AAPAH?2 (8) and fused in frame to the carboxy-
terminal end of the GALDBD in the pSP271 background. The MadMyc and the
Mad(Pro)Myc fusions were made by amplifying the human Myc ¢cDNA from
pSPMyc (41) and replacing the GALDBD portion of the MadN35-GAL and
Mad(Pro)N35-GAL constructs with the amplified Myc sequences. Again, these
constructs were in the pSP271 background. For transformation assays, we sub-
cloned MadMyc, Mad(Pro)Myc, and Myc into a cytomegalovirus-based expres-
sion vector, pRC/CMV (InVitrogen). The luciferase reporter containing four
CACGTG binding sites was constructed by subcloning the sites from
M4minCAT (41) into pGL2pro (Stratagene).

Protein interaction assays. The directed two-hybrid assay was performed by
transforming the yeast strain L40 with the appropriate plasmids and then assay-
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ing for B-galactosidase activity as described previously (71). The immunoprecipi-
tation experiments were performed as described previously (8).

Luciferase and CAT assays. 293 cells, grown in Dulbecco modified Eagle
medium (DME) with 10% defined calf serum (Hyclone), were transfected with
the amounts of plasmids given in the legend. Thirty-six to 48 h after transfection,
cell lysates were prepared, and the luciferase or chloramphenicol acetyltrans-
ferase (CAT) assays were done as described previously (13). Transfection effi-
ciencies were normalized with an internal B-galactosidase control.

Transformation assays. Rat1A cells were grown in DME with 10% fetal calf
serum (Hyclone) with penicillin-streptomycin. They were transfected with 10 ug
of either MadN35-Myc, Mad(Pro)N35-Myc, or c-Myc in pRC/CMV. Forty-eight
hours after transfection, cells were split 1 to 10 and placed into medium con-
taining 400 pg of G418 (Gibco/BRL) per ml. Pools of cells were collected and
allowed to grow to confluence.

RESULTS

The SID can function as a transferable repression domain.
Previous studies had demonstrated that the conserved amino-
terminal region found in all four Mad family proteins was
required for their ability to associate with mSin3A/B (8, 34,
58). Helical wheel analysis suggested that residues 5 to 21 of
Madl and Mxil(SR) could potentially form an amphipathic
a-helix (8, 58), and substitution of prolines for leucine and
alanine at positions 12 and 16 [Madl(Pro)] was sufficient to
disrupt interaction of Mad1 with mSin3 (8). The SID therefore
comprises a highly conserved region that includes this putative
a-helix (Fig. 1A). To test if the SID could function as a trans-
ferable repression domain, we fused the first 35 amino acids of
Madl to the GALDBD (amino acids 1 to 147). This fusion
construct, MadN35-GAL, was tested for its ability to repress or
activate transcription from a minimal promoter derived from
the myelomonocytic growth factor promoter. The reporter
construct contained sequences from —41 to +61 driving tran-
scription of a downstream luciferase reporter gene and was
made responsive to the GALDBD by the inclusion of four
consensus GAL4 binding sites proximal to —41 (60). When
transfected into the human kidney epithelial cell line 293, the
reporter lacking GAL4 binding sites was unresponsive to both
the GALDBD and various amounts of MadN35-GAL expres-
sion vector (Fig. 1B). However, when the reporter contained
four GAL4 binding sites, it was activated threefold by the
GALDBD alone and repressed by the MadN35-GAL expres-
sion construct. The finding that GALDBD alone activated
transcription is consistent with earlier findings demonstrating
the presence of a cryptic activation domain encoded between
amino acids 97 and 147 of GAL4 (49). The repressive effect
increased as the amount of the MadN35-GAL expression vec-
tor used in the transfection was increased and, in the most
severe case, there was approximately 30-fold repression of
transcription relative to GALDBD alone (Fig. 1B). To test if
this repression required the binding of mSin3A or mSin3B, we
employed a SID containing the proline substitutions, described
above, which render the full-length Mad1 protein incapable of
binding mSin3 in vitro or in vivo (reference 8 and data not
shown). When incorporated into the expression vector, this
mutant, Mad(Pro)N35-GAL, failed to repress transcription
from the GALDBD-responsive reporter in transfection assays
(Fig. 1C). Both the MadN35-GAL and the Mad(Pro)N35-
GAL construct were expressed to equivalent levels and bound
DNA with similar efficiencies (data not shown), indicating that
the loss of repression activity in the mutant protein is not due
to gross alteration of its properties. Rather, these experiments
suggest that transcriptional repression by Madl requires an
intact SID capable of recruiting the mSin3 proteins to DNA.

The results with the MadN35-GAL fusions suggested that
simply bringing mSin3 to DNA should be sufficient to elicit
transcription repression. To test this idea, we fused full-length
mSin3A to the GALDBD. This fusion protein was able to
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FIG. 2. SID can repress transcription in multiple promoter contexts. The effect of MadN35-Gal overexpression on the transcriptional activity of the adenovirus
major late promoter (MLP) (A) and on the SV40 promoter/enhancer (B) is shown. The reporters used in this experiment are diagrammed at the bottom of each figure.
The transcriptional activity of the reporter is reported as the percentage of conversion of unacetylated ['*C]chloramphenicol to the diacetylated form. There was no
effect of MadN35-GAL overexpression in the absence of GAL binding sites in the reporter constructs (data not shown).

repress the level of transcription observed with the GALDBD
alone, and the repression required the presence of Gal DNA
binding sites in the reporter (Fig. 1D). These results show that
mSin3 can repress transcription when brought to DNA by a
heterologous DNA binding domain and suggest that mSin3
normally functions by being tethered to DNA by a sequence-
specific DNA-binding protein such as Madl.

Mad1 interacts with the PAH2 domain of both mSin3A and
mSin3B, and we have postulated that this interaction brings
mSin3A or mSin3B to the DNA and facilitates transcription
repression. This model predicts that transcriptional repression
driven by targeting mSin3A to the DNA via a heterologous
DNA binding domain should be independent of the PAH2
domain. To test this idea, we fused a mutant of mSin3A that
lacks the PAH2 domain to the GALDBD and determined if
this chimera could repress transcription on the reporters used
above. This fusion, GALmSIN3AAPAH?, repressed transcrip-
tion as well as GALmSiIn3A, suggesting that the PAH2 domain
serves as a protein docking surface rather than providing se-
quences required for mSin3A repression (Fig. 1D).

Transcription repression by mSin3 is dominant over acti-
vation. To determine if the MadN35-GAL chimera could re-
press transcription from promoters more complex than the
minimal promoter used above, we tested it on the simian virus
40 (SV40) early and adenovirus major late promoters that were
made responsive to GALDBD fusions by insertion of GAL4
binding sites. The activation of these promoters is controlled

by abundant cellular transcription factors, including SP1, AP1,
and USF (26, 27, 46, 57). Upon introduction of MadN35-Gal,
we observed repression that was dependent on GAL4 binding
sites with different promoter constructs (Fig. 2 and data not
shown), demonstrating that MadN35-GAL can repress tran-
scription driven by multiple activators. In addition, the GAL4
binding sites are approximately 500 and 300 bp upstream of the
transcription initiation site for the SV40 early and adenovirus
major late promoters, respectively, implying that MadN35-Gal
can repress transcription when bound a considerable distance
from the transcription start site. The ability of the Mad1 SID to
repress promoters containing binding sites for different types
of activators suggests that repression in this system is dominant
over activation.

Madl has a cryptic activation domain in its carboxy terminus
that is negatively regulated by mSin3 binding to the SID (data
not shown). To test whether the SID could abrogate the tran-
scription activation capabilities of other and more potent ac-
tivators in cis, we transferred the amino-terminal 35 amino
acids of Mad or Mad(Pro) to GAL-VP16. To mimic the struc-
tural organization of the Mad family proteins, we chose to fuse
the SID to the amino terminus of GAL-VP16. GAL-VP16
activated transcription of the minimal promoter roughly 3,000-
fold. In contrast, the MadN35-GAL-VP16 fusion protein was
roughly 50-fold less potent than GAL-VP16 as a transcrip-
tional activator. The loss of GAL-VP16’s ability to activate
transcription appeared dependent on an intact SID, since the
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FIG. 3. SID can function as a dominant repressor. Transcriptional activity of the myelomonocytic growth factor promoter with GAL4 DNA binding sites was
determined by measuring luciferase activity (relative light units [RLU]) after transfection into 293 cells. The expression vectors used are diagrammed at the bottom
of the figure. On the left, the promoter activity in the presence of the indicated amount (in micrograms) of expression vector is shown. On the right, the fold activation

or repression relative to that seen with the GALDBD is shown.

fusion protein containing the L12P/A16P mutation, Mad-
(Pro)N35-GAL-VP16, had a greatly reduced effect on the ac-
tivity on GAL-VP16 (Fig. 3). The fusion proteins used in these
experiments were all expressed at similar levels and had very
similar DNA binding characteristics (data not shown). The
results, therefore, suggest that a SID capable of interacting
with mSin3A/B can silence transcription activation domains
when fused to an activator in cis and underscore the domi-
nance of repression over activation.

The SID blocks c-Myc transcriptional activation and trans-
formation. The GAL-VP16 fusion is a well-characterized chi-
meric transcription factor composed of the DNA binding do-
main of a yeast protein and the activation domain of a virally
encoded transcription factor. To test if the SID domain could
repress the activation domain of a naturally occurring tran-
scription factor, we fused the SID to full-length c-Myc (Fig.
4A). To assay transcription from full-length c-Myc and the
MadN35-Myc chimeras, we constructed a luciferase reporter
construct by inserting four copies of the canonical Myc:Max
binding site (CACGTG) into the distal end of the SV40 early
promoter. This reporter was activated 10-fold in response to
transfected c-Myc expression vectors (Fig. 4B). However, when
the MadN35-Myc construct was transfected into these cells,

there was a complete abrogation of c-Myc transcriptional ac-
tivity (Fig. 4B). Again, this loss of activation potential de-
pended on an intact SID, since a fusion protein carrying the
L12P/A16P mutation [Mad(Pro)N35-Myc] was as active as
wild-type c-Myc (Fig. 4B). To verify that the proteins were all
expressed in these cells, we performed immunoprecipitations
with Myc-specific antibodies from cells that had been trans-
fected with the expression plasmids and labeled with [>*S]me-
thionine (Fig. 4C). Because all of the proteins were highly
expressed, we believe that the inability of MadN35-Myc to
activate transcription is due to the abrogation of c-Myc tran-
scriptional activity by the attached SID.

It has been shown that the transactivation domain of Myc is
required for its function as a transforming oncogene (36, 62).
Therefore, Myc’s activity as an oncogene is presumed to be
tightly coupled to its ability to activate cellular target genes
involved in growth control. To determine if MadN35-Myc and
Mad(Pro)N35-Myc could influence the expression of endoge-
nous c-Myc target genes, we measured their ability to function
as transforming oncogenes by transfecting each construct into
RatlA, a cell line in which ectopic overexpression of c-Myc is
sufficient to cause transformation (62). After selection in G418,
the bulk populations of stably transfected cells were grown to



Vor. 16, 1996
A.
| c-Myc | mye
1 439
(] ¢-Mye ] Maanasmye
1 439
(] -Myc | MadProN3smyc
1 439
z
C. ?
g £z
L wn
¢ § %

—43kD

A PORTABLE REPRESSION DOMAIN 5777

1500
- 10005
b
Q
=
-
-
& 500
o
- [ _—
=~ > =Y
& s b §§
aQ a § wn
g z
ax E
CGT
S$V40 control Luc
region

FIG. 4. SID can convert c-Myc into a transcriptional repressor. (A) Reporter and expression vectors used in these experiments. (B) Transcriptional activity of the
Myc-responsive promoter in the presence of the expression vectors indicated at the bottom of the panel. (C) [>*S]methionine-labeled Myc proteins detected by
immunoprecipitation in 293 cells transfected with the expression vectors indicated at the top of the figure. The immunoprecipitates were analyzed on a sodium dodecyl
sulfate-12.5% polyacrylamide gel. The dried gel was exposed for autoradiography. RLU, relative light units; Luc, luciferase.

confluence. Cells transfected with c-Myc and Mad(Pro)N35-
Myc lost contact inhibition and grew as foci above the mono-
layer, while cells transfected with empty vector or MadN35-
Myc were contact inhibited (Fig. 5).

Immunoprecipitations from the pools of cells showed that
the chimeric proteins were expressed to identical levels (data
not shown). To test another parameter of transformation, we
plated 1,000 cells from each of the stable pools of cells into soft
agar. Only the cells expressing c-Myc or Mad(Pro)N35-Myc
formed colonies in the soft agar, further demonstrating their
transformed phenotype (data not shown). Therefore, the fu-
sion of the Madl SID with c-Myc not only abolished c-Myc’s
ability to activate transcription, but also inactivated it as a
transforming oncoprotein. These data suggest that mSin3 can
repress transcription in a dominant manner not only from an
artificial reporter but from downstream c-Myc target genes.

Both amphipathic helices of PAH2 are required for inter-
action with Mad. The interaction between the Mad SID and
mSin3A/B is dependent on the PAH2 region of the latter
proteins (8, 58). The PAH domains of the Sin proteins have
been modeled as two amphipathic helixes separated by a loop,
and it has been suggested that these regions serve as protein-
protein interaction surfaces (72). To determine which of the
amphipathic helices of PAH2 (A or B) of mSin3A were re-
quired for interaction with the SID, we deleted each helix
separately. This was done in the context of the VP16-PAH2
fusion identified as binding Mad1 in a two-hybrid screen (8).
These deletion constructs, along with LexA-Mad, were used to
transform the yeast strain L40, which carries a LexA-respon-
sive lacZ reporter. No interaction between LexA-Mad and
either of the PAH2 deletion mutants was observed, even
though the fusion proteins were expressed to the same level,
and interaction between full-length VP16-PAH2 and LexA-
Mad was easily detectable (data not shown and Fig. 6B and C).
To confirm this result, each of the PAH2 constructs was in
vitro translated and tested for interaction with in vitro-trans-

lated Madl by coimmunoprecipitation with anti-Mad anti-
serum. No detectable interaction above background between
Mad and either of the deletion mutants was observed under
conditions in which Mad interacted with full-length VP16-
PAH?2 (Fig. 6B). These results indicate that both helices of
PAH?2 are necessary to form the structural unit recognized by
the SID.

DISCUSSION

A transferable repression domain. We define the SID as the
amino-terminal 35 amino acids of the Madl transcriptional
repressor that can function as a transferable repression do-
main. Point mutations in the Madl SID abolish mSin3A or
mSin3B binding (8). These mutant Mad proteins also fail to
repress transcription. These observations suggest that repres-
sion requires the interaction between the SID and endogenous
mSin3 proteins present in 293 cells. Indeed, we have shown
that mSin3 is a stable, nuclear protein expressed in a wide
variety of different cell types (8a) and that mSin3 itself has
intrinsic repression activity when tethered to DNA (Fig. 1).
However, we cannot, at this point, formally rule out the pos-
sibility that SID-mediated repression requires interaction be-
tween the SID and another, as yet unidentified, factor(s).

By analogy to the yeast SIN3 protein, which does not possess
any detectable DNA binding activity (73), we have proposed
that repression by Mad:Max heterodimers is mediated by the
recruitment of mSin3 to DNA to form a ternary complex. We
had previously shown that these three proteins form such a
ternary complex on the Mad:Max CACGTG binding site in
vitro (8). Furthermore, it has been demonstrated that Mad:
Max can repress transcription in yeast cells in a manner that is
dependent on the formation of a DNA-binding ternary com-
plex with yeast Sin3 (35a). We believe the SID-GALDBD
fusion proteins function in a similar manner, by recruiting
mSin3 to the DNA. Supporting this idea is our finding that the
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FIG. 5. SID can repress c-Myc’s ability to transform RatlA cells. Photographs of representative areas from monolayer cultures of the stably transfected cells are
shown at magnification X18. The expression vector used is indicated at the top of each panel.

GAL-mSin3 fusion also represses transcription in a manner
dependent on the inclusion of GAL sites in the promoter (Fig.
1D). In addition, repression was independent of the PAH2
domain (Fig. 1D), suggesting that the primary function of
PAH?2 is to serve as an interaction domain for transcription
repressors like the Mad family. Given that mSin3A is a rela-
tively abundant protein and is expressed in cells in which none
of the Mad family members are expressed (8a), it seems likely
that other repressors will utilize PAH2 to tether mSin3A to
DNA and drive repression.

The SID overrides multiple activators. Our experiments
with different promoters demonstrate that the Mad SID can
repress transcription in multiple contexts (Fig. 1 and 2). The
promoters used here contain binding sites for different types of
ubiquitously expressed activators, including SP1, AP1, and
USF, which contribute to the basal levels of transcription de-
tected from the reporter genes. Therefore, the repression in-
duced by SID is dominant over some or all of these activators.
Since these factors have multiple and different types of activa-
tion domains (1, 2, 20, 38), it is likely that the dominant effect
of SID is not restricted to one specific activation domain. This
conclusion is further supported by the fact that repression is
observed with the SID fused either to GALVP16 or c-Myc,
implying that SID can override potent activation domains in
the same protein (Fig. 3). In this regard, it is interesting that
the Madl protein has an activation domain in its carboxy

terminus that is masked by the presence of the SID in its
natural context (unpublished data). Therefore, under condi-
tions in which the activity levels of the mSin3 proteins are
reduced, Mad or other proteins that utilize mSin3 as a core-
pressor may shift their transcription activity from repression to
activation. The alternative splicing of Mxil, resulting in loss of
the SID, provides one example of how such regulation could
occur (58).

The fusion of the SID to c-Myc abolished the latter’s ability
to activate transcription (Fig. 4). These experiments were car-
ried out with synthetic reporter genes, but the finding that the
SID-Myc fusion can no longer transform cells suggests that it
fails to activate at least some of c-Myc’s natural targets (Fig. 5).
The control experiment utilizing a SID containing two proline
substitutions demonstrates that it is the repression activity that
is important in blocking transformation and not simply a gen-
eral loss of Myc function due to the fusion of a heterologous
domain. Earlier deletion mutagenesis studies of the c-Myc
activation region, as well as domain swap experiments, had
suggested a strong correlation between transformation and
Max-dependent transcriptional activity (3, 62). Our findings
further confirm that abrogation of Myc’s transcriptional activ-
ity blocks its function as an oncogene. Recent results indicate
that Myc can also function as a transcriptional repressor in
certain contexts (47, 52); however, the relationship between
Myc-mediated transcriptional repression and transformation is
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positions of the VP16-PAH2 and Mad proteins are shown.

not clear. Currently, we do not know if fusing the SID of Mad1
to c-Myc affects its native transcription repression function.
The ability of the SID of Madl to inhibit both c-Myc’s
transcriptional and transforming activities is of particular in-
terest, because previous results showed that Madl can block
Myc-dependent cell cycle progression and Myc-Ras cotrans-
formation (40, 44, 55). c-Myc has been shown to possess three
separable but interdependent activation domains (36): one re-
sembles the acidic activation domain of VP16, the other is rich
in glutamine and proline residues similar to the activation
domain of SP1, and the third is unique. The findings that
GAL-SID-mSin3 complex can abrogate the activity of several
distinct activation domains as well as repress transcription
from minimal and more complex promoters suggest that an
element shared by all promoters is a target for repression.
Possible mechanisms of mSin3 repression. There appear to
be at least three common mechanisms by which transcription
repression is achieved, all of which are likely to impinge di-
rectly on the basal transcription apparatus and thereby the

formation of functional preinitiation complexes. Repressors
like MOT1 and DR1, which do not bind DNA specifically,
appear to repress transcription by modulating the number of
functional preinitiation complexes formed (5, 75). Transcrip-
tion repressors that bind DNA specifically either make direct
contact with components of the basal transcription machinery
(21, 24, 28, 56, 69) or utilize a corepressor to mediate their
action. Repression by Mad falls into the latter category and is
similar to that observed for the Drosophila HLH protein Hairy
(51), S. cerevisiae proteins a2 and Migl (37, 66-68), and thy-
roid hormone receptor a (17, 32) in that it requires a core-
pressor for function. Perhaps corepressors make direct contact
with the basal machinery to facilitate repression. Furthermore,
recent experiments showing that several S. cerevisiae proteins
thought to be primarily involved with transcription repression
are components of the mediator complex of the RNA Pol II
holoenzyme (30, 39, 48, 59, 64) raise the possibility that the
holoenzyme itself mediates the action of repressors or core-
pressors. Another possibility is that the influence of mSin3 on
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the basal machinery is indirect. This would be consistent with
our finding that the GAL-SID-mSin3 complex can repress
transcription even when the binding site is distant from the
initiation site (Fig. 2). Perhaps the mSin3 repression complex
functions in a manner analogous to, but opposite from, that of
the Swi-Snf complex (14, 19, 35, 43) and alters nucleosome or
chromatin structure to establish a “negative chromatin do-
main” that either blocks the accessibility of the initiation site by
the basal machinery and activators or blocks the communica-
tion between upstream activators and initiation site compo-
nents. A related possibility is suggested by recent work dem-
onstrating that the mammalian homolog of the yeast RPD3
protein is a histone deactylase (63). Since in yeast cells RPD3
has been shown to genetically interact with SIN3 (61), it is
possible that the mammalian homologs of these proteins asso-
ciate to influence chromatin structure by deacetylation of his-
tone substrates. Now that cDNAs encoding some of the com-
ponents of the repression machinery are available, it should be
possible to answer some of these questions directly.
Biological implications. The ability of the SID of Madl to
block multiple transcriptional activities may also provide a role
for Madl1 function in differentiating cells that have previously
downregulated c-Myc expression (6, 33, 34, 45, 70). Since c-
Myc is absent in such cells it can be argued that there would be
no need to repress Myc:Max target genes. However, all of the
Myc targets identified to date appear likely to be regulated by
multiple activators, both at the CACGTG binding sites as well
as at other transcription factor binding sites within the pro-
moter (9, 10, 25). Therefore, it is possible that Mad:Max bind-
ing results in a more general repression of a Myc target than
could be achieved by the downregulation of c-Myc alone. A
more rigorous test of this idea will require a careful examina-
tion of the effect of Mad-SID repression in promoters contain-
ing different combinations of proximal and distal enhancers.
All four known Mad family proteins from several species
possess a SID that mediates interaction with mSin3, suggesting
that SID repression is likely to function in widely diverse bio-
logical contexts (8, 34, 58). The demonstration that the SID
domain can reverse the transforming capacity of the c-Myc
oncogene and block the activity of other linked transactivation
domains opens the possibility that the SID of Madl can be
used more generally to study gene expression. By linking the
relatively small (35-residue) SID of Madl to specific DNA
binding domains or to well-characterized transcriptional acti-
vators, it should be possible to assess the biological effects of
repression of specific genes. For example, fusion of the SID of
Mad1 to other dominant nuclear oncogenes might be used to
probe their function and reverse their oncogenic potential.
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