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Human replication-dependent histone H3 genes are activated
by a tandemly arranged pair of two CCAAT boxes
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We have analysed the transcriptional regulation of the human his-
tone H3 genes using promoter deletion series, scanning mutagen-
esis, specific mutagenesis and electrophoretic mobility-shift assay
experiments. The promoters of five of the six examined histone
H3 genes showed near-maximal activity at lengths of 133–227 bp:
H3/d 198 bp, H3/h 147 bp, H3/k 133 bp, H3/m 227 bp, H3/n
140 bp (exception H3/i). To search for functional cis-elements
within these regions, we performed scanning mutagenesis of the
two histone H3 promoters H3/k and H3/m. Mutagenesis revealed
that the functional framework of the histone H3 promoters consists
of a TATA box and two tandemly arranged CCAAT boxes in rela-
tively fixed positions. Alterations of the distance between the
CCAAT boxes and of the distance between the CCAAT boxes and

the TATA box resulted in significant loss of activity. In electropho-
retic mobility-shift assay experiments, the factor CBF (CCAAT-
binding factor)/NF-Y (nuclear factor-Y) bound to isolated
CCAAT boxes of the H3/k promoter. This suggests that an
initiation complex is formed on the histone H3 promoter that
has a defined structure and limited flexibility, consisting of two
molecules of CBF/NF-Y and further (general or specific) trans-
cription factors.

Key words: CCAAT-binding factor/nuclear factor-Y (CBF/NF-
Y), CCAAT box, cell cycle, histone H3 gene, promoter structure,
transcriptional regulation.

INTRODUCTION

The human genome contains 14 histone H3 genes, of which 11
belong to the replication-dependent group [1]. The replication-
dependent group consists of histone H3 genes that are transcribed
during the S phase of the cell cycle in co-ordination with DNA
replication. In contrast, the replacement subtype H3.3 is encoded
either by the H3.3A or the H3.3B gene [2]. Ten of the replication-
dependent genes code for the H3 subtype histone H3.1 and one of
them, H3/n, codes for the subtype histone H3.2, which contains
a single amino acid variation (Ser-96 instead of Cys-96). In the
present study, we exclusively refer to the 11 replication-dependent
histone H3 genes.

The replication-dependent histone genes are devoid of introns
and their mRNAs are not polyadenylated. Instead, they contain
conserved 3′-end processing elements, including a 16 bp stem-
loop motif which is involved in histone-specific 3′-end processing
[3–5], nuclear export [6] and stability of the histone mRNA [7].
The replication-dependent histone genes are localized in four
histone gene clusters on chromosomes 1 and 6, which show a non-
regular arrangement of histone genes [1,8–11]. They are expressed
in a cell-cycle-dependent manner, the regulation of which is
both transcriptional and post-transcriptional (see [12–16] for
reviews).

The transcriptional regulation of the replication-dependent
histone genes is unique in each histone gene class. The promoters
of the individual histone gene classes (H1, H2A, H2B, H3 and H4)
are differently organized and, as far as we know, class-specific-
ally regulated. In some cases, differences between the tran-
scriptional regulation of individual genes of the same class were
reported [17,18]. How the transcription of the various histone gene
classes is quantitatively regulated with regard to the stoichiometry

of the nucleosome and how a common cell-cycle regulation is
accomplished is not yet understood.

Several studies have dealt with histone gene regulation and
only few of them have concentrated on histone H3 genes. We sys-
tematically analysed the transcriptional regulation of the histone
H3 genes. Since the histone H3 promoters show very few sequence
homologies, we analysed whether they are jointly or individually
regulated. In this analysis, we determined the cis-elements in
the histone H3 promoters and the transcription factors that bind
to them. We used promoter deletion series (with reporter gene
assays), scanning mutagenesis (with reporter gene assays) and
EMSAs (electrophoretic mobility-shift assays) to analyse the
histone H3 promoters.

EXPERIMENTAL

Cell culture

HEK (human embryonic kidney)-293 cells were obtained from
DSMZ (Braunschweig, Germany) and were grown in Dulbecco’s
modified Eagle’s medium with 10 % (v/v) fetal bovine serum.
Culture conditions were 37 ◦C and 5 % CO2.

Reporter gene assays

Reporter gene assays were performed with the Dual-Lucifer-
ase® Reporter Assay system (Promega, Madison, WI, U.S.A.).
Promoter fragments were cloned into the pGL3-basic vector in
such a way that the fusion site between the promoter and the firefly
luciferase-coding strand (luc+) was the ATG of the start codon.
Plasmid DNA was purified using the EndoFree® Plasmid Maxi

Abbreviations used: ATF, activating transcription factor; CBF, CCAAT-binding factor; Cdc, cell division cycle; EMSA, electrophoretic mobility-shift assay;
HEK-293 cells, human embryonic kidney 293 cells; NF-Y, nuclear factor-Y; UTR, untranslated region.
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kit (Qiagen, Hilden, Germany) and quantified spectrophotomet-
rically. The endotoxin-free plasmid DNA was then transfected into
the adherently growing HEK-293 cells in six-well plates with the
EffecteneTM Transfection system (Qiagen) according to the manu-
facturer’s instructions. Cells were transfected at 40–80 % con-
fluence and incubated for 18 h. For standardization, 10 ng of
the Renilla luciferase vector pRLCMV was co-transfected. Cell
lysis and measurement of luciferase activities were performed
according to the manufacturer’s instructions. For each promoter
construct at least four independent experiments were performed.

Mutagenesis

Mutagenesis of promoters was performed using the GeneEditorTM

in vitro site-directed mutagenesis system (Promega) according to
the manufacturer’s instructions. The oligonucleotide sequences
used in the mutagenesis reactions are listed as follows, and the
underlined nucleotides represent mutated bases. Mutagenic pri-
mers used for the generation of K5mut1–K5mut8 (H3/k promoter
mutants 1–8): K5mut1, 5′-GGAGACCATGAACTGCTAATG-
AGTGACTCGGAATAGGTGAACAACAAAAATTTGAG-3′;
K5mut2, 5′-GAACTGCTAAGTCTGTCAGAGGAAGCTTGT-
CCACACAAAAATTTGAGTCCTTCGCC-3′; K5mut3, 5′-GT-
CAGAGGAATAGGTGAACAACAACCCGGGTCTGCCTTC-
GCCAATCCGGTTACTGTTGG-3′; K5mut4, 5′-GGTGAACA-
ACAAAAATTTGAGTCCTTATAACCGAATGTTACTGTTG-
GGTAGGCCTTCAGC-3′; K5mut5, 5′-GAGTCCTTCGCCAA-
TCCGGTTAAGTGGTTTGCGGCCTTCAGCATACTTTTGT-
CC-3′; K5mut6, 5′-CCGGTTACTGTTGGGTAGGCCGGACT-
ACGCATTTTGTCCAATCAGCTTCAGACTCTC-3′; K5mut7,
5′-GGGTAGGCCTTCAGCATACTTTTTGAACCGACTAGTC-
AGACTCTCACTATAAATAAGCGGC-3′; K5mut8, 5′-GCAT-
ACTTTTGTCCAATCAGCTTCAGCAGAGACAGCGCAATA-
AGCGGCTAGCTTTCTCTTTCTCC-3′.

Mutagenic primers used for the generation of M4mut1–
M4mut18 (H3/m promoter mutants 1–18): M4mut1, 5′-GCAGC-
TAAGGGGTTAACAAAAGTCATGACGAGTAGCTACGGTA-
ATGGGCAGG-3′; M4mut2, 5′-GGGCAGGAGCCTCTCTTA-
ATCTTACCAACTTACCAGAGATGGACCAATCCAAGAAG-
GGC-3′; M4mut3, 5′-CTCTTAATCTGCAACCAGGCACAGA-
TCGTTCAACCGAAAAGAAGGGCGCGGGGATTTTTG-3′;
M4mut4, 5′-GCACAGAGATGGACCAATCCAAGACTTTAT-
ATTTTCTTTTTGAATTTTCTTGGGTCCAATAG-3′; M4mut5,
5′-CCAAGAAGGGCGCGGGGATTTTGTCCGGGGAGTGG-
GTCCAATAGTTGGTGGTCTG-3′; M4mut6, 5′-GGATTTTT-
GAATTTTCTTGGGTAACCGAGTTGGTGGTCTGACTC-3′;
M4mut8, 5′-CCAATAGTTGGTGGTCTGACTCGCGCCCCG-
AAGAGTAGCTCTTTCCTTTCC-3′; M4mut9, 5′-GGTGGTC-
TGACTCTATAAAAGAAGCTGCTAGAGGGAAGTTCCTCC-
ACAGACGTCTCTGCAGGC-3′; M4mut10, 5′-GAAGAGTA-
GCTCTTTCCTTTCCGAACACTCATGAGAGGCAGGCAAG-
CTTTTCTGTGGTTTTGCC-3′; M4mut11, 5′-CCTTTCCTCC-
ACAGACGTCTCTGCAGTACCTAGGGGAGTGTTGGGTGC-
CATGGAAGACGCCAAAAAC-3′; M4mut16, 5′-GAATTTT-
CTTGGGTCCAATAGTTGTGTTGAGGACTCTATAAAAGA-
AGAGTAGCTCTTTCC-3′; M4mut18, 5′-GGGGTTAACAA-
AATGACGTCAGAGACTTGTCGGTAATGGGCAGGAGCCT-
CTC-3′.

EMSAs

EMSAs were performed with double-stranded oligonucleotides
with a length of 27–30 bp. The double-stranded oligonucleo-
tides were generated by annealing of 500 pmol of each single-
stranded complementary oligonucleotide in 20 µl of 0.1 M NaCl

by heating the solution to 75 ◦C and slowly cooling it to
room temperature (∼ 20 ◦C) within 2 h. The double-stranded
oligonucleotides were radioactively labelled with [32P] in the
following reaction mixture: 2 µl of double-stranded oligonucleo-
tide solution (1.75 pmol/µl), 1 µl of 10× T4-kinase buffer, 5 µl
of double-distilled water, 1 µl of T4-polynucleotide kinase and
1 µl of 5′-[γ -32P]ATP (aqueous solution, specific activity
3000 Ci/mmol and 10 mCi/ml). The mixture was incubated for
30 min at 37 ◦C and the labelled double-stranded oligonucleotide
was purified with the Nucleotide Removal kit (Qiagen). The
resulting solutions had activities of 75 000–150 000 c.p.m./µl.
Band-shift experiments were performed using the Gel Shift
Assay System kit (Promega). Binding reactions were set up as
follows: 2 µl of 5× binding buffer [20 % (v/v) glycerol, 5 mM
MgCl2, 2.5 mM EDTA, 2.5 mM dithiothreitol, 250 mM NaCl,
50 mM Tris/HCl (pH 7.5), 0.25 mg/ml poly(dI-dC) · poly(dI-
dC)], 2 µl of HeLa nuclear extract (2.4 mg/ml) or 2 µl of isolated
NF-Y (nuclear factor-Y) complex (100 ng), competitor oligonu-
cleotide (optional) and double-distilled water to a volume of
9 µl. The reaction mixture was preincubated for 10 min at room
temperature, and then 1 µl of the labelled double-stranded oligo-
nucleotide was added and mixed. The mixture was further
incubated for 20 min and analysed on an EMSA gel. For the
supershift experiments, the preincubated reaction mixture was
further incubated for 10 min with 1 µl of CBF (CCAAT-binding
factor)-A antiserum (1 µg/µl) (FL-207; Santa Cruz Biotechno-
logy) before the addition of the labelled oligonucleotide. The
EMSA gel had the following composition: 3.75 ml of 10× TBE
(90 mM Tris, 90 mM boric acid, 2.5 mM EDTA, pH 8.3), 10 ml
of acrylamide solution [30 % (w/v), 0.8 % (w/v) bisacrylamide],
3.13 ml of 60 % glycerol, 57.5 ml of double-distilled water, 38 µl
of N,N,N ′,N ′-tetramethylethylenediamine and 563 µl of 10 %
(w/v) ammonium persulphate for polymerization. The gel was
run for 2 h at 400 V, dried and analysed quantitatively with the
PhosphoImager system FLA-3000 (Fujifilm, Tokyo, Japan).
The analysis software was ‘Aida 2.2’ (Raytest, Straubenhardt,
Germany).

The sequences of the oligonucleotides are listed as follows (the
sequences of the complementary oligonucleotides are not
shown): KProx, 5′-TCAGCATACTTTTGTCCAATCAGCTTC-
AGA-3′; KProx mut, 5′-TCAGCATACTTTTGTACGATCAG-
CTTCAGA-3′; KDist, 5′-AATTTGAGTCCTTCGCCAATCC-
GGTTACTG-3′; NF-Y, 5′-AGACCGTACGTGATTGGTTAA-
TCTCTT-3′; NF-Y mut, 5′-AGACCGTACGAAATACGGGAA-
TCTCTT-3′; CDP/Cut, 5′-ACCCAATGATTATTAGCCAATTT-
CTGA-3′.

Expression of the NF-Y complex

Cloning

The coding regions of the respective proteins were first amplified
from plasmid DNA (gift from R. Mantovani, Dipartimento di Bio-
logia Animale, Università di Modena e Reggio Emilia, Modena,
Italy) using specific primer pairs with appropriate restriction sites.
The various coding regions were cloned as follows: mouse NF-YA
as an NdeI–SacI fragment into the NdeI–SacI sites of pJK45 for
expression of a fusion protein with a C-terminal His tag. pJK45 is
a modified pET21b in which the PstI–NruI fragment, comprising
the origin of replication, of pACYC177 was inserted into the PstI–
PshAI fragment of pET21b. The coding region of human NF-YB
was inserted as a BamHI–SmaI fragment into the BamHI–SmaI
sites of pGEX4T-1 to generate a fusion protein with a N-terminal
GST (glutathione S-transferase) tag. Human NF-YC was isolated
as an SpeI–SacI fragment and cloned into the SpeI–SacI sites of
pET41a (N-terminal-GST-tagged construct).
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Recombinant protein expression and purification

The NF-Y subunit proteins were expressed in the Escherichia coli
strain BL21 (DE3) as follows: cultures were grown at 37 ◦C to
D600 ∼ 1.0 and then were shifted to 25 ◦C. After the temperature
attained equilibrium, expression was induced by the addition
of isopropyl β-D-thiogalactoside in appropriate concentrations
(0.2 mM for the NF-YA, 0.4 mM for the NF-YB/YC co-
expression). Cells were further grown for 3 h with shaking at
220 rev./min. Cells were then collected by low-speed centri-
fugation, resuspended in buffer A [50 mM Tris/HCl (pH 8.0),
400 mM NaCl and 5 mM 2-mercaptoethanol], and lysed by
sonication. The recombinant NF-YA protein was immobilized on
Ni2+-nitrilotriacetate–agarose (Qiagen) according to the manufac-
turer’s instructions. The immobilized NF-YA was used as a bait
to isolate the NF-YB/C dimer from the soluble fraction recovered
by high-speed centrifugation of the co-expression lysate. After
3 h of incubation, the supernatant was removed and the resin was
washed extensively with buffer A. The formed NF-Y trimeric
complex was eluted with imidazole and was applied on to a
gel filtration column Hiload 16/60 Superdex 200 (Amersham
Bioscience) equilibrated with buffer A. The purified complex
was concentrated in Vivaspin ultrafiltration columns (Vivascience,
Hannover, Germany) to a final concentration of approx. 1 mg/ml.

RESULTS

Sequence analysis of the histone H3 promoters

The histone H3 promoters are known to be very divergent and
contain little sequence homology [15,19]. In the alignment of
the first 500 bp of the promoter sequence, the most significant
sequence similarity was a composite element consisting of a
‘proximal’ CCAAT box and a TATA box at a fixed distance (22 bp,
counted from the start of the motifs), which was located close to
the transcriptional start site in the promoters. In seven of the 11
promoters (H3/a, H3/c, H3/f, H3/h, H3/k, H3/m and H3/n), a
‘distal CCAAT box’ was found upstream of the CCAAT/TATA-
composite element at a distance of 41/42 bp (counted from the
start of the motifs). In two further promoters, a distal CCAAT
box was found at a distance of 32 bp (H3/b) or 68 bp (H3/d).
Some promoters contain up to two more upstream CCAAT boxes.
In addition, the H3/m and the H3/n promoters contain an ATF
(activating transcription factor) box, comprising an 8 bp palin-
dromic TGACGTCA motif as described by van Wijnen
et al. [20].

Promoter deletion experiments of six human histone H3 promoters

To determine the functional lengths of the human histone H3
promoters, promoter deletion experiments of six human histone
H3 genes (H3/d, H3/h, H3/i, H3/k, H3/m and H3/n) were
performed (see Figure 1). Promoter fragments of different sizes
with a length between 27 and 1827 bp (based on transcriptional
start site) were cloned into the reporter gene vector pGL3-basic
(fusion site: start codon ATG), and the reporter gene assay was
performed as described in the Experimental section.

Within the first 500 bp upstream of the respective H3 genes,
promoter fragments with a length of 133–227 bp were identified
as ‘proximal, functional promoters’. They contain the proximal
TATA/CCAAT composite element and at least one more upstream
CCAAT box. In the H3/m and H3/n genes these fragments
also contain an upstream ATF box. Shorter fragments without
a second, distal CCAAT box (constructs D2, H2, K3, M2
and N2) were substantially less active, and promoter fragments

that contained only the TATA box were only marginally active
(constructs D1, H1, I1, K1, M1 and N1). Longer promoter
fragments in the H3/h, H3/k and H3/m genes (H5–H9, K5–
K10 and M5–M7) were not significantly more active than the
proximal, functional promoters (H4, K4 and M4). In the H3/d
and H3/n genes, longer fragments of 1369 bp (D7) and 658 bp
(N6) respectively were approx. twice as active as the proximal,
functional promoters. The H3/i promoter was an exception
because it does not contain a second, distal CCAAT box in the
vicinity of the proximal CCAAT box. The promoter construct I2,
which contains the proximal TATA/CCAAT composite element
exhibited an activity of 25% when compared with the 746 bp
construct I7. Owing to the gradual increase in activity of the
successive longer promoter fragments (I3–I7), no definite proxi-
mal, functional promoter could be identified for the H3/i gene.

In conclusion, with the promoter deletion series described
above, proximal functional promoters could be defined in five of
the six examined histone H3 promoters. These promoters showed
full or almost full activity within the first 500 bp upstream of the
respective H3 genes: H3/d, 198 bp; H3/h, 147 bp; H3/k, 133 bp;
H3/m, 227 bp; H3/n, 140 bp. For the H3/i gene, no proximal,
functional promoter could be defined. The proximal, functional
promoters contain a TATA box and a proximal CCAAT box, which
is just upstream of the TATA box. Furthermore, they contain
a second, ‘distal’ CCAAT box, in some cases further CCAAT
boxes, and for H3/m and H3/n, an ATF box.

Scanning mutagenesis of the H3/m and H3/k promoters

In addition to the TATA, CCAAT and ATF elements, no further
common elements had been found on alignment of the H3 gene
promoters. To elucidate the function of the TATA, CCAAT and
ATF elements and to find possible additional elements, scanning
mutagenesis was performed along the entire length of the histone
H3/k and H3/m promoters (see Figure 2). Within the histone H3/k
promoter, just three main cis-elements were essential for promoter
function: the TATA box and two tandemly arranged CCAAT
boxes. One of the twin CCAAT boxes, the ‘proximal CCAAT box’,
is located just upstream of the TATA box and the other, the ‘distal
CCAAT box’, is located 42 bp upstream of the proximal CCAAT
box. Mutation of the TATA box or the proximal CCAAT box in
the H3/k promoter (mut7 and mut8) led to an almost complete loss
of promoter activity, and the mutation of the distal CCAAT box
(mut4) led to an 85% loss of activity. Mutations of other regions,
namely the region upstream of the distal CCAAT box (mut1, mut2
and mut3) and the region between the two CCAAT boxes (mut5
and mut6) did not significantly affect promoter activity (mut5 was
50% less active for unknown reasons).

Similarly, in the H3/m promoter the TATA box, the proximal
CCAAT box and the distal CCAAT box were the essential cis-
elements. Mutations of these elements (mut8, mut6 and mut3
respectively) led to a severe loss of activity over the range of
80–90%. Additionally, the mutation of the ATF box (mut1)
led to a 60% loss of promoter activity. Mutation of the other
promoter regions, even the mutation of the transcription initiation
site (mut10), did not affect promoter activity. Surprisingly, a mu-
tation within the 5′-untranslated region of the histone H3/m gene
(mut11) led to a rise in promoter activity. The reason for this effect
remained unsolved.

Thus the scanning mutagenesis of the H3/k and the H3/m
promoters revealed that a tandemly arranged pair of CCAAT
boxes and a TATA box define the functional framework of the
histone H3 promoters. In the H3/m promoter, an ATF box also
contributes to the promoter function.
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Figure 1 Reporter gene analysis of histone H3 promoter deletion series in the HEK-293 cell line

The reporter gene activity of the indicated constructs is shown as a statistical result (relative to the longest construct, which is set to the value of 1.0; error bars, S.E.M.; c, control construct pGL3-basic)
of five independent experiments. A diagram of the promoters with the lengths of the constructs indicated is shown below each graph. Arrow, transcription start site; numbers, distance to transcription
start site in bp; luc+, firefly luciferase coding sequence; black boxes, TATA boxes; white boxes, CCAAT boxes; grey boxes, ATF boxes; fusion site, ATG start codon.

Mutagenesis of the CCAAT boxes of the H3/k promoter

Several different transcription factors can bind to CCAAT boxes.
Since their sequence requirements vary slightly, we further
characterized the sequence specificities of the CCAAT boxes of
the histone H3/k promoter (Figure 3). We tried whether mutations
within the ‘CCAAT’-motifs were tolerated. A mutation of the
proximal H3/k CCAAT box to ‘ACGAT’ (mut11) led to an almost

complete loss of promoter activity. Similarly, a point mutation
within the distal CCAAT box to ‘TCAAT’ (mut14) caused the
same loss of promoter activity as a mutation of the whole distal
CCAAT box (mut4).

The factor NF-Y (also called CBF) is the principal CCAAT-
box-binding activator. Bi et al. [21] and Mantovani [22] reported
that the NF-Y consensus-binding sequence is YRRCCAATCA
(with Y representing the pyrimidine base and R the purine base).
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Figure 2 Scanning mutagenesis of the promoters of histone H3 genes H3/k (A) and H3/m (B)

Top panels: to scale diagram of the promoters. luc+, firefly luciferase coding sequence; arrow, transcription start site; black boxes, TATA box; white boxes, CCAAT boxes; grey box, ATF box. The
mutated areas and the names of the mutated constructs are indicated at the bottom of each diagram. The positions of the deletion constructs are shown on top of each diagram for orientation.
Middle panels: nucleotide sequences of the promoters. The regions that were mutated in the respective mutation constructs are underlined and the mutated sequence is shown above in bold italic
style. The start codon of the firefly luciferase coding sequence, the CCAAT boxes, the TATA boxes and the ATF box are shown in bold. Bottom panels: the reporter gene activity of the constructs in
the HEK-293 cell line is shown as a statistical mean for four independent experiments [relative to the wild-type promoter K5 (wt) or M4 (wt) respectively, which is set to the value of 1.0; error bars,
S.E.M.].
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Figure 3 Specific mutagenesis of the CCAAT boxes of the histone H3/k promoter

To scale diagrams of the histone H3/k promoter: luc+, firefly luciferase coding sequence; arrow, transcription start site; black boxes, TATA box; white boxes, CCAAT boxes. At the bottom of each
diagram, the wild-type sequence of the region surrounding the proximal CCAAT box (upper panel) and the distal CCAAT box (lower panel) and the mutated sequence of the mutation constructs are
shown (mutated bases are inversely shaded). The reporter gene activity of the constructs in the HEK-293 cell line is shown below each diagram as a statistical mean for four independent experiments
[relative to the wild-type promoter K5 (wt), which is set to the value of 1.0; error bars, S.E.M.].

The surrounding bases of the CCAAT boxes in the histone H3
promoters correspond loosely to this NF-Y consensus sequence.
A mutation of the surrounding bases of the proximal CCAAT
box of the histone H3/k promoter (three upstream and two down-
stream, mut12) to a non-consensus NF-Y sequence led to an
almost complete loss of promoter activity. Similarly, a mutation
of the surrounding bases of the ‘CCAAT’ motif of the distal H3/k
CCAAT box to a non-consensus NF-Y sequence (mut13) caused
the same loss of promoter activity as a mutation of the whole
‘CCAAT’ box (mut4).

Thus either a change in the ‘CCAAT’ motif or a change in
the surrounding bases to a non-consensus NF-Y sequence led to
a complete loss of function of both H3/k CCAAT boxes. This
points to NF-Y as the relevant transcription factor.

EMSA of the CCAAT boxes of the H3/k promoter

The results described above indicate that the CCAAT boxes are the
most important, if not the only, cis-elements besides the TATA
box in the histone H3 promoters. Furthermore, the sequences of
the CCAAT boxes correspond loosely to an NF-Y consensus-
binding sequence and their mutation to a non-consensus NF-Y

recognition sequence abolishes the CCAAT-box function. To
elucidate the identity of the CCAAT-box-binding factor, EMSAs
were performed with HeLa nuclear extract and double-stranded
oligonucleotides comprising the CCAAT boxes of the H3/k as
probes. The probes were 30 bp long and contained the wild-type
CCAAT sequence with the CCAAT motif at positions 16–20.

The proximal CCAAT box of the H3/k promoter ‘KProx’
showed three bands (Figure 4A), the upper two of which formed
a double band consisting of a strong lower and a weak upper
band. This double band had the same pattern and showed the same
shift as the double band of labelled NF-Y consensus oligonucleo-
tide. Furthermore, it was competed by NF-Y consensus oligo-
nucleotide and unlabelled KProx, but not by the ‘KProx mut’
oligonucleotide with a mutated CCAAT box. Thus the upper
double band depends on a functional CCAAT box. Moreover,
it was not competed by CDP/Cut consensus oligonucleotide, the
binding sequence of another possible CCAAT-box-binding pro-
tein. In contrast, the lower band was competed by ‘KProx mut’,
but not by the NF-Y consensus oligonucleotide. The lower band
therefore represents a specific binding activity, but it was not
attributed to a functional CCAAT box. Taken together, the upper
double band represents, with high probability, an NF-Y bandshift
complex.
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Figure 4 Autoradiograms of the EMSA experiments

(A) Competition experiments with the proximal CCAAT box of the histone H3/k promoter (KProx).
Composition of the individual incubation mixtures: labelled oligonucleotides are marked with
an *, proteins added (HNE, HeLa nuclear extract; NF-Y, isolated NF-Y) are indicated by +−,
competitors (80-fold molar excess) and antibody are indicated in the lower part of the heading.
The NF-Y double bands are marked by black arrowheads. It may be noted that the specific
activity of the NF-Y * probe used was much lower than the specific activity of the KProx* probe.
(B) Supershift and complex-binding experiments with HNE and recombinant NF-Y. The experi-
mental set-up and the heading is the same as for (A). To the incubation mixture indicated by
ab CBF-A, 1 µg of antibody raised against NF-YB was added. Approx. 100 ng of isolated NF-Y
complex was added to the labelled oligonucletides where indicated. The supershift band is
indicated by the open arrow. (C) Titration competition experiments. The binding of labelled
double-stranded oligonucleotides containing the consensus sequence of the binding site of NF-Y
was competed by increasing concentrations of unlabelled double-stranded oligonucleotides
(NF-Y, KProx and KDist). The molar excess of unlabelled competitor oligonucleotide is indicated.
The intensities of the signals were quantified with respect to the PhosphoImager signals by the
Aida 2.2 software from Raytest and expressed as the percentage ratio to the uncompeted signal
intensities.

To reinforce the conclusions from the competition experiments,
we added an antibody against the NF-YB (CBF-A) subunit to the
reaction mixture to form a complex that should generate a super-
shift. In fact, addition of the antibody generated an extremely weak
supershift with the KProx oligonucleotide complex (Figure 4B).

The retardation was the same as for the complex formed with the
NF-Y consensus oligonucleotide. The binding of the antibody
to the primary complex was better reflected by the observed
attenuation of the signal of the primary complex.

In addition to the supershift experiments, we analysed the com-
plex formation with isolated recombinantly expressed NF-Y
subunits (Figure 4B). The results of these experiments were the
same as for the supershift experiments: the NF-Y consensus oligo
formed a strong complex with NF-Y, the KProx oligonucleotide
also formed a complex with NF-Y, whereas the complex with the
KDist oligonucleotide was weaker (Figure 4B).

This is in line with the results from the initial EMSA experi-
ments with the distal CCAAT box of the H3/k promoter. ‘KDist’
generated an electrophoretic retardation signal with nuclear
extract from HeLa cells similar to the characteristic NF-Y band-
shift complex (Figure 4B, middle panel) but of weak intensity.
This signal was completely quenched by the addition of unlabelled
KDist oligonucleotide, but only partially by the addition of un-
labelled NF-Y consensus oligonucleotide. These experiments
together indicate clearly that NF-Y binds to KProx and KDist
but with different affinities.

The differences in the binding intensities of NF-Y transcription
factor to the two CCAAT boxes of the H3/k promotor were
analysed by titration competition experiments with the double-
stranded oligonucleotides from the different regions for NF-Y
consensus oligonucleotide binding (Figure 4C). Competition with
the same unlabelled NF-Y oligonucleotide was complete with an
80-fold excess, whereas an 80-fold excess of KProx only resulted
in a reduction in the signal intensity to 30% of the uncompeted
signal. The competition with the KDist oligonucleotide was even
weaker; only a 1400-fold excess of the unlabelled oligonucleotide
quenched the signal to 25%.

All the experiments point to a binding of NF-Y to the CCAAT
boxes within the H3/k promoter but with different affinities.

Change of distance between the elements of the H3/k-promoter

The distances between the proximal CCAAT box and the TATA
box on the one hand and the proximal CCAAT box and the distal
CCAAT box on the other are very similar in the histone H3
promoters. The proximal CCAAT boxes, which are found in all
histone H3 promoters, are 22 bp (in two cases 20 bp) upstream
of the TATA boxes (based on the starting points of these motifs),
and the distal CCAAT boxes (present in nine of the 11 histone
H3 promoters) are in seven histone H3 promoters 41 or 42 bp
upstream of the proximal CCAAT boxes (based on the starting
points of these motifs). To find whether these conserved distances
have a functional relevance, H3/k promoter mutants were con-
structed with altered distances between these elements (see Fig-
ure 5). Insertion of 10 or 11 bases between the proximal CCAAT
box and the TATA box of the H3/k promoter caused a 75%
reduction in the promoter activity (mut20 and mut21).

Changing the distance between the two CCAAT boxes of the
H3/k promoter also caused a loss of promoter activity. When an
entire helix turn (∼10 bp) was deleted (mut16) the loss of activity
was 50%. When an entire helix turn was inserted (mut19), the
loss of activity was 25%. In contrast, the loss of activity was es-
pecially high (65%) when half of the helix turn (5 bp) was deleted
or inserted into the spacer sequence (mut17 and mut18), thereby
rotating the motifs relative to each other on the double helix by
180◦.

Therefore the distances between the cis-elements in the
histone H3/k promoter had a functional significance. For optimal
promoter activity, the wild-type distances of 41 bp CCAAT-
CCAAT and 22 bp CCAAT-TATA are essential.
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Figure 5 Changes in the distances between the relevant cis-elements in the histone H3/k promoter

To scale diagrams of the histone H3/k promoter: luc+, firefly luciferase coding sequence; arrow, transcription start site; black boxes, TATA boxes; white boxes, CCAAT boxes. At the bottom of each
diagram, the positions of inserted or deleted sequences are shown: grey boxes, inserted sequences; white boxes with pair of scissors, deleted sequences. The reporter gene activity of the constructs
in the HEK-293 cell line is shown as a statistical mean for four independent experiments [relative to the wild-type promoter K5 (wt), which is set to the value of 1.0; error bars, S.E.M.].

DISCUSSION

The aim of the present study was to elucidate the transcriptional
regulation of the histone H3 genes. We started by mapping the
promoters of six human histone H3 genes (H3/d, H3/h, H3/i, H3/k,
H3/m and H3/n) using promoter deletion series in reporter gene
assays (Figure 1). The transcripts of the genes chosen represented
68% of the total histone H3 mRNA in fetal human tissues and a
majority of the total histone H3 mRNA in eight human cell lines
[23] and were therefore a representative group of the total set of
histone H3 genes. The experiments revealed that the functional
lengths of the promoters were over the range of 133–227 bp (with
the exception of H3/i, where no clear functional length could
be defined): H3/d, 198 bp; H3/h, 147 bp; H3/k, 133 bp; H3/m,
227 bp; H3/n, 140 bp.

To identify the essential cis-elements within these functional
promoters, the promoters of the histone H3/k and the histone
H3/m genes were further analysed using scanning mutagenesis
(Figure 2). The scanning mutagenesis revealed, in both promoters,
that a TATA box and two CCAAT boxes were essential for pro-
moter activity. In addition, an ATF box contributed to the activity
of the H3/m promoter. No further cis-elements were identified.
Thus the specific promoter activity of the histone H3 genes is
mediated essentially by a pair of CCAAT boxes.

Mantovani [22] found that many cell-cycle-regulated genes,
such as Cdc2 (cell division cycle), Cdc6, CDC25A/B/C, cyclin
A2, cyclin B1/B2, E2F1 (E2 promoter-binding factor 1) or topo-
isomerase IIα contain one or more CCAAT boxes in their promo-
ters. Also, the promoters of the other histone classes, with the ex-
ception of histone H4, contain at least one CCAAT box. The
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bipartite histone H2A/H2B promoters contain multiple CCAAT
boxes [18], and the histone H1 promoters contain a single
CCAAT box the same distance from the TATA box as the proxi-
mal CCAAT box of the histone H3 promoters [24]. Therefore
these promoters might be cell-cycle-regulated in the same way
by means of one or more CCAAT boxes. The principle CCAAT-
box-binding activator is NF-Y (also called CBF) [25,26]. NF-Y is
composed of three subunits (NF-YA, NF-YB and NF-YC), all of
them being necessary for DNA binding. The activity of NF-Y in
the nucleus has been shown to be cell-cycle-regulated: Bolognese
et al. [27] have reported that the concentration of NF-YA in the
nucleus peaks in mid-S phase and Frontini et al. [28] have shown
that the localization of NF-YC is mostly cytoplasmic in G0/G1

phase, but that it targets the nucleus with the onset of S phase.
Therefore the histone H3 genes might be activated in a cell-cycle-
regulated way by NF-Y in concert with other cell-cycle-regulated
genes.

To test this hypothesis, we analysed the CCAAT boxes of the
H3/k promoter for NF-Y-binding specificity. Either a change in
the central ‘CCAAT’ motif or a change in the surrounding bases
to a non-consensus NF-Y-binding sequence caused a complete
loss of the activating effects of the CCAAT boxes in reporter gene
assays (see Figure 3). Furthermore, we were able to show that the
CCAAT boxes of the H3/k promoter bound to NF-Y in EMSA
experiments with HeLa nuclear extract and with the isolated
recombinantly expressed trimeric NF-Y complex. The affinity
of NF-Y for binding the two CCAAT boxes seems to be very
different. Binding to the proximal CCAAT box is much stronger
than binding to the distal CCAAT box. In contrast, mutation of
the distal CCAAT box resulted in a sharp decrease in the promoter
activity to approx. 15%. This discrepancy can be explained by
binding of factors other than NF-Y to the distal CCAAT box or
by a co-operative binding of NF-Y to the two CCAAT boxes. The
results of the spacing experiments also point to the synergistic
interaction of NF-Y in the H3 promoter. Binding of NF-Y to the
distal CCAAT box of H3/m and to the histone H1.5 promoter
was also reported by van Wijnen et al. [20]. Therefore NF-Y is
very probably the ATF in histone H3 gene regulation that causes
the cis-activating effect of the two CCAAT boxes in a cell-cycle-
regulated fashion.

The basic functional promoter structure of the 11 replication-
dependent histone H3 genes is quite similar, with a TATA box
and two CCAAT boxes as the main elements. This explains
why the isolated promoter activities compared with each other
were basically similar in five different human cell lines [23].
Furthermore, it supports the notion that the aberrant expression
pattern of the histone H3 genes that we have observed in human
tumour cell lines is not due to soluble transcription factors but
may depend on epigenetic effects within the chromatin context of
the histone genes [23].

van Wijnen et al. [20] reported that the H3/m promoter yielded
an EMSA gel shift band that was caused by a complex of
the factor HiNF-D. The binding of HiNF-D, which has been
described as a complex of cdc2 (Cdk1), cyclin A, pRb (p105)
and CDP/Cut [29,30], required almost the full functional H3/m
promoter including the upstream region around the ATF box.
Recently, HiNF-D has been described as a late S phase repressor
of histone H4 gene expression [31]. Probably, HiNF-D exerts a
similar function in histone H3 gene regulation. However, so far
no data about the function of HiNF-D in histone H3 promoter
regulation has been published. Furthermore, most of the histone
H3 promoters do not contain an ATF box, nor do they contain any
significant sequence homology in the respective region. Thus it
is not known whether HiNF-D has a general role in histone H3
promoter regulation also.

The factor p220 (NPAT) has been reported to be necessary for
full activity and cell-cycle regulation of human histone genes [32–
34]. It is phosphorylated by cyclin E/Cdk2 and is a component of
a subset of Cajal bodies that localize to the histone gene clusters in
S phase. It remains to be established how p220 (NPAT) activates
histone H3 gene transcription.

Liberati et al. [35] showed that NF-Y can bind co-operatively
to two neighbouring CCAAT boxes. Therefore binding of NF-Y to
the two CCAAT boxes of the histone H3 minimal promoters might
be co-operative and require the two neighbouring CCAAT boxes
to compensate a modest NF-Y affinity of the single CCAAT
boxes. Co-operativity could have the function to enhance sensiti-
vity for cell-cycle-dependent variations in NF-Y concentrations.

This is supported by the analysis of the role of the distances
between the CCAAT boxes and between the proximal CCAAT
box and the TATA box in the H3/k promoter. Increasing the
distance between the proximal CCAAT box and the TATA box
by a complete helix turn of 10 and 11 bp respectively caused
a loss of promoter activity in reporter gene assays by 75%.
Changing the distance between the two CCAAT boxes also led to
loss of promoter activity. In the present study, the loss of promoter
activity was especially high when only half of the helix turn (5 bp)
was inserted or deleted, causing the two CCAAT boxes to rotate
relative to each other on the double helix by 180◦. These results
show that histone H3 promoter activity requires a well-defined
set of three cis-elements, namely two CCAAT boxes and a TATA
box with only limited flexibility in the distances. Obviously an
activation complex forms at the histone H3 promoters that has
a defined structure and limited flexibility. Bellorini et al. [36]
and Frontini et al. [37] showed that NF-Y interacts with the
general, multisubunit transcription factor TF-IID that binds to
the TATA box and initiates the assembly of the RNA polymerase
II initiation complex. An activation complex probably forms at
the histone H3 promoters with two NF-Y factors, bound to the
neighbouring CCAAT boxes in a co-operative way, and TF-IID. A
future analysis of the molecular interactions between the involved
factors could elucidate how the two molecules of NF-Y interact
with each other and with TF-IID.

We thank R. Mantovani for providing the plasmid DNA containing the coding region of the
three NF-Y subunits. This work was supported by the Deutsche Forschungsgemeinschaft.
J. K. is a member of the GK 521.
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