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Moloney murine leukemia virus causes thymic leukemias when injected into newborn mice. A major
determinant of the thymic disease specificity of Moloney virus genetically maps to the conserved viral core motif
in the Moloney virus enhancer. Point mutations introduced into the core site significantly shifted the disease
specificity of the Moloney virus from thymic leukemia to erythroid leukemia (N. A. Speck, B. Renjifo, E.
Golemis, T. N. Fredrickson, J. W. Hartley, and N. Hopkins, Genes Dev. 4:233-242, 1990). We previously
reported the purification of core-binding factors (CBF) from calf thymus nuclei (S. Wang and N. A. Speck,
Mol. Cell. Biol. 12:89-102, 1992). CBF binds to core sites in murine leukemia virus and T-cell receptor
enhancers. Affinity-purified CBF contains multiple polypeptides. In this study, we sequenced five tryptic
peptides from two of the bovine CBF proteins and isolated three cDNA clones from a mouse thymus cDNA
library encoding three of the tryptic peptides from the bovine proteins. The cDNA clones, which we call CBF
B p22.0, CBF B p21.5, and CBF B pl17.6, encode three highly related but distinct proteins with deduced
molecular sizes of 22.0, 21.5, and 17.6 kDa that appear to be translated from multiply spliced mRNAs
transcribed from the same gene. CBF B p22.0, CBF B p21.5, and CBF B p17.6 do not by themselves bind the
core site. However, CBF B p22.0 and CBF B p21.5 form a complex with DNA-binding CBF « subunits and as
a result decrease the rate of dissociation of the CBF protein-DNA complex. Association of the CBF B subunits
does not extend the phosphate contacts in the binding site. We propose that CBF B is a non-DNA-binding

subunit of CBF and does not contact DNA directly.

Core-binding factor (CBF), otherwise known as SL3-3
enhancer factor 1 (56), polyomavirus enhancer-binding fac-
tor 2 (PEBP2) (29, 49), and SL3 and AKV core-binding
factor (7), binds the conserved core site in mammalian type
C retroviral enhancers and the polyomavirus enhancer. CBF
also binds sites in the enhancers of several genes specifically
expressed in T cells, including the T-cell receptor (TCR)
chain genes (TCRy, -3, and -B [22, 42, 44, 60]) and the
immunoglobulin p-chain gene (60). Consensus CBF binding
sites have also been noted in the TCR CD3-e and CD3-
genes and in the human tumor necrosis factor a- and B-chain
genes (54, 57).

Experiments from several laboratories identified the core
site as a T-cell-specific cis-acting sequence. It was first found
that mutations in the core site in Moloney and SL.3-3 murine
leukemia virus (MLV) enhancers affected transcription from
these enhancers specifically in T cells (7, 53, 56). These core
site mutations also altered the pathogenic phenotypes of
Moloney and SL3-3 MLVs. A 2-bp mutation introduced into
both core sites in the Moloney MLV enhancer altered the
disease specificity of Moloney MLV from thymic leukemia
to erythroid leukemia (52), whereas a 3-bp mutation in all
four core sites in the SL.3-3 MLV enhancer rendered SL3
MLV nonleukemogenic (20). Subsequently, several labora-
tories studying the TCR enhancers demonstrated that muta-
tion of core sites in the TCRy and -8 enhancers causes a large
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decrease in transcription from these enhancers (5- to 20-
fold), thus identifying the core site as a critical cis-acting
element for transcription of the TCRy and -3 genes (22, 45).
Together, these studies suggest that the core-binding factors
contribute to the transcription of genes specifically ex-
pressed in T cells and that the thymotropic mammalian type
C retroviruses have coopted these proteins for the purpose
of viral gene expression.

We and others purified core-binding factors (CBF and
PEBP2) from calf thymus and c-Harvey-ras-transformed
mouse fibroblasts (29, 60). Affinity-purified CBF from both
sources consists of multiple polypeptides. Here we describe
the isolation of cDNA clones encoding several of the CBF
polypeptides from a mouse thymus cDNA library. These
cDNA clones encode non-DNA-binding subunits of CBF,
which we have named CBF B subunits. CBF B subunits
participate in the formation of a protein-DNA complex with
DNA-binding subunits of CBF which we call CBF o sub-
units. The association of CBF B decreases the rate of
dissociation of the CBF protein-DNA complex but does not
extend the phosphate contacts made by CBF a on the DNA.
We also present evidence suggesting that one of the CBF o
subunits is the product of a newly identified proto-oncogene
called the acute myeloid leukemia 1 (AML1I) gene (39).

MATERIALS AND METHODS

Electrophoretic mobility shift assays. Complementary 18-
base oligonucleotides containing a high-affinity core site
deduced by Thornell et al. (57) (HA; 5'-GGATATTIGCG
GTTAGCA-3'), wild-type core site from the Moloney MLV
enhancer (WT; 5'-GGATATCIGTGGTAAGCA-3'), and
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mutant core site (MUT; 5'-GGATATCTGCCGTAAGCA-3')
were synthesized, purified, and end labeled with [y->’P]JATP
as described previously (60).

Competitor oligonucleotides were prepared by annealing
equal amounts of unlabeled complementary oligonucleotides
(27). The annealed oligonucleotides were used directly as
competitors in binding reactions. Binding reaction mixtures
contained 10,000 to 20,000 cpm (2 to 5 fmol) of *?P-end-
labeled HA probe, binding buffer (10 mM Tris [pH 7.4], 1
mM B-mercaptoethanol, 1 mM EDTA, 50 mM NaCl, 4%
glycerol) and 1 to 10 pl of protein sample in a total volume of
15 pl. To demonstrate the sequence specificity of the pro-
tein-DNA complex, an excess of unlabeled WT, HA, or
MUT oligonucleotide was included in some of the binding
reactions. After 15 min of incubation at room temperature
(RT) (unless otherwise indicated), the reaction mixtures
were fractionated by electrophoresis through 6% native
polyacrylamide gels in 0.5x TBE buffer (22.5 mM Tris-HCl,
22.5 mM boric acid, 0.5 mM EDTA). Electrophoresis was
carried out at 130 V for 2 h at RT. Radioactivity was detected
by autoradiography of the dried gel.

Purification of CBF. CBF was purified from calf thymus
nuclear extracts as described previously (60), but the amount
of starting material and the column sizes were increased. All
buffers and reagents used in the scaled-up purification were
the same as those used in previous purifications (60) except
that the concentration of Nonidet P-40 in buffer Z was
reduced from 0.1% to 0.02%. Approximately 130 pg of CBF
was purified from 10 g of crude nuclear extract by selective
pH denaturation, followed by chromatography on heparin-
Sepharose columns (2.5 by 16 cm, 80 ml of resin), nonspe-
cific double-stranded DNA-cellulose columns (2.5 by 7 cm,
34 ml of resin), and core oligonucleotide-coupled affinity
columns (1.5 by 2.3 cm, 4 ml of the HA resin). Fifty-milliliter
aliquots of fractions from the DNA-cellulose column with
core-binding activity were passed four times successively
over the HA column, and the fractions eluted with 1 M NaCl
were collected and pooled. The total volume obtained after
the fourth passage through the HA affinity column was
approximately 35 ml.

Amino acid sequence determination. Five milliliters of
purified CBF was precipitated with 9.1% trichloroacetic acid
in the presence of 0.14 mg of deoxycholate per ml as carrier.
After incubation on ice for 45 min, the samples were pelleted
by microcentrifugation at 16,000 X g for 15 min at 4°C. The
pellet was resuspended in 100 pl of sample buffer (20 mM
dithiothreitol [DTT], 92.5 mM Tris-HCI [pH 6.8], 10% glyc-
erol, 2% sodium dodecyl sulfate [SDS], 2.5 mM EDTA,
0.004% bromophenol blue), the pH of the sample was
adjusted to neutrality with 2 M Tris base, and the sample was
boiled and electrophoresed through an SDS-15% polyacryl-
amide gel (15 by 15 cm, 1.0 mm thick) (33) along with
low-molecular-weight protein standards (Bio-Rad). Electro-
phoresis was conducted at constant current of 25 mA for
about 5 to 6 h.

Proteins were electrophoretically transferred from the gel
to a nitrocellulose membrane (0.45-mm pore size; Schleicher
& Schuell) in Tris-glycine transfer buffer (190 mM glycine,
25 mM Tris) at 70 to 75 V (0.8 to 1.4 A) at 4°C for 70 to 120
min. Following transfer, proteins on the membrane were
stained with Ponceau S, using a modification of the method
described by Salinovich and Montelaro (47). The nitrocellu-
lose membrane was immersed for 1 to 2 min in a solution
containing 0.2% Ponceau S dye (FisherBiotech) in 1% aque-
ous acetic acid. Excess stain was removed from the mem-
brane by gentle agitation for 60 to 90 s in 1% aqueous acetic
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acid. Protein bands detected by Ponceau S staining were
excised and transferred to Eppendorf tubes. The membrane-
bound proteins were briefly destained with 0.2 M NaOH for
1 to 2 min and washed with distilled water. Two membrane-
bound CBF polypeptides of 24 and 19 kDa were used for
amino acid analysis. In situ tryptic digests and amino acid
sequence determination were performed by William Lane at
the Harvard Microchemistry Facility.

PCR amplification of a 50-bp sequence encoding peptide 3/5.
A DNA fragment encoding the central portion of tryptic
peptide 3/5 from p24 and pl9 CBF (see Fig. 3 for peptide
sequences) was amplified by polymerase chain reaction
(PCR) from mouse thymus cDNA (11, 35). Primer SW1
(Operon Technology) was designed from the amino acid
sequence near the N terminus of peptide 3/5, Glu-Ile-Ala-
Phe-Val. The base corresponding to the third position in the
codon for the fifth amino acid (Val) was omitted to reduce
the degeneracy of the primer by twofold. An additional eight
bases which included the recognition site for BamHI were
added to the 5’ end, giving rise to primer SW1, containing 22
nucleotides with a degeneracy of 48-fold. Sequences of the
primers are as follows:

SW1 5'-CGGGATCCGARATHGCNTTYGT-3' degeneracy, 48; T,, = 61.6°C

BamH1
SW2A 5'-CGGAATTCTGYTCNCCYTGCCA-3' degeneracy, 16; T,, = 60.8°C
[G] EcoRI
SW2B 5'-CGGAATTCTGYTCYTGYTGCCA-3' degeneracy, 8; T,, = 58.8°C
Q) EcoRI

SW3A 5'-CARTTYTTYCCNGCNTCNTGGCA-3' degeneracy, 512; T, = 64
SW3B 5'-CARTTYTTYCCNGCNAGYTGGCA-3' degeneracy, 256; T, = 64

The antisense primer (primer SW2A or SW2B) was de-
signed from five amino acids at the 3’ end of peptide 3/5
(Trp-Gln-Gly/GIn-Glu-Gln). Two separate primers were de-
signed because of the ambiguity at amino acid 25 (Gly and
Gln). SW2A is 16-fold degenerate and encodes the amino
acid Gly at position 25. SW2B is eightfold degenerate, and
encodes Gln at position 25. Both the SW2A and SW2B
primers contain a restriction site for EcoRI at the 5’ end.
Again, the base corresponding to the third position in the
codon for the fifth amino acid (GIn) was omitted to decrease
the degeneracy of the primers by twofold.

Twenty-three-base oligonucleotides were designed from
the amino acid sequence in the middle of peptide 3/5,
Gln-Phe-Phe-Pro-Ala-Ser-Trp-Gln, to use as probes in col-
ony hybridizations. Because of the high degeneracy of Ser,
two separate pools of degenerate oligonucleotides were
designed to reduce the total degeneracy to 768. SW3A was
designed from four possible codons of Ser, and SW3B was
designed from the remaining Ser codons. SW3A is twofold
more degenerate than SW3B; therefore, SW3A and SW3B
were combined in a 2:1 molar ratio and used as probes to
screen for specific PCR products.

Lambda phage DNA isolated from a liquid phage lysate
(34) of a mouse thymus AZAP cDNA library (Stratagene)
was used as the template for PCR amplification. Two rounds
of PCR were conducted to amplify a unique nucleotide
sequence encoding the middle portion of peptide 3/5. The
PCR mixture contained 1 pg of AZAP cDNA, 250 pmol each
of SW1 plus SW2A or SW1 plus SW2B, and 0.2 mM each
deoxynucleoside triphosphate, in reaction buffer (10 mM
Tris-HCI, 50 mM KCl, 1.5 mM MgCl,, 0.001% [wt/vol]
gelatin), and 1.25 U of Tag DNA polymerase, in a total
volume of 50 pul. All the reagents used for PCR were supplied
in the GeneAmp DNA amplification reagent kit (Perkin-
Elmer/Cetus). After the initial denaturation at 94°C for 4
min, the reaction mixtures were incubated at 94°C for 1 min
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and 37°C for 2 min for 5 cycles, at 94°C for 1 min and T,, —
15°C for 2 min for 25 cycles, and then for 7 min at 72°C. T,,,
— 15°C is 46 and 43°C for reactions containing SW2A and
SW2B, respectively.

PCR products from the first amplification were electro-
phoresed through a 4% low-melting-point agarose gel, and a
gel slice corresponding to the expected size of 88 bp was
excised from the gel. PCR products recovered from the gel
slice were used as templates for a second round of PCR
(94°C for 4 min; 94°C for 1 min and T,, — 15°C for 2 min for
30 cycles; 72°C for 7 min). A PCR product of the expected
size (88 bp) was easily detectable on an ethidium bromide-
stained 4% agarose gel.

The PCR-amplified DNA fragments were digested with
BamHI and EcoRI, isolated from 4% low-melting-point
agarose gels, and subcloned into the pBluescript SK* vector
in the BamHI and EcoRl sites. Escherichia coli MM294 was
transformed with ligation mixtures, and colonies were
screened by colony hybridization using the 3?P-end-labeled
oligonucleotides SW3A and SW3B. DNA-bound nitrocellu-
lose filters were prehybridized at 39°C (7,,, — 25°C) for 4 h in
6x SSC (1x SSC is 0.15 M NaCl plus 0.015 M sodium
citrate)-5x Denhardt’s solution-0.05% sodium pyrophos-
phate-0.1% SDS-0.1 mg of salmon sperm DNA per ml and
then hybridized with 1 X 10° to 2 x 10° cpm of **P-end-
labeled SW3A and SW3B per ml in the same buffer for 20 h
at 39°C. The filters were then washed four times in 2X
SSC-0.1% SDS for 15 min each time at RT and once for 15
min at 44°C (T,, — 20°C). Following autoradiography of the
washed filters, putative positive clones were sequenced. A
50-bp sequence encoding the amino acids between the
primers was identified in several subclones obtained by using
primers SW1 and SW2A.

Isolation of CBF B cDNA clones. Two 25-base oligonucle-
otides, SW11 (5'-GTGGCTACAGGAACCAATCTGTCTC-
3") and SW12 (5'-TCCAGTTTTTTCCGGCCAGCTGGCA-
3") (Macromolecular Resources, Colorado State University),
were designed from each end of the 50-bp sequence encoding
the middle portion of peptide 3/5 and used to screen the
mouse thymus AZAP cDNA library. Duplicate filters (one
set of filters for each oligonucleotide probe) were hybridized
for 48 h at 42°C in 6x SSC-5x Denhardt’s solution-0.1%
SDS-0.05% sodium pyrophosphate-0.1 mg of salmon sperm
DNA per ml-10° cpm of 3?P-end-labeled SW11 or SW12
oligonucleotide probe per ml. The filters were washed four
times at RT with 6 X SSC-0.1% SDS and exposed overnight.

One positive phage was isolated from screening 5.6 x 10°
phage. In vivo excision of the phagemid containing the insert
was performed as instructed by the manufacturer (Strata-
gene). The 1.4-kb insert from the phagemid was excised with
EcoRl, labeled by random priming (14, 15), and used as a
probe to rescreen the mouse thymus cDNA library. Eleven
independent clones were isolated and purified.

The CBF cDNA clones were sequenced by sequential
oligonucleotide mapping along the cDNA inserts in both
directions, using the dideoxy-chain termination method (48).
All reagents were provided in a Sequenase version 2.0 kit
(U.S. Biochemical). Sequences of the cDNA clones were
read and input into the computer by using the DNA Parrot
program and analyzed by DNA Strider and the Genetics
Computer Group package of the University of Wisconsin.

Preparation of CBF B-GST fusion proteins. DNA frag-
ments containing the open reading frames of CBF B p22.0,
CBF g p21.5, and CBF B pl7.6 were subcloned into the
glutathione S-transferase (GST) fusion vector pGEX2T
(Pharmacia) for the purpose of expressing CBF B-GST
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fusion proteins. Two PCR primers hybridizing to positions
82 to 102 of CBF B p21.5 (5'-AGACGGATCCATGCCGC
GCGTCGTCCCGGAC-3', starting at the ATG translation
start codon [underlined] and including a BamHI site at the 5’
end of the primer) and positions 688 to 703 (5'-
AGAGATGGGGCACATAAG-3') were used to amplify a
603-bp fragment. The PCR-amplified fragment was subse-
quently digested with BamHI and at an internal Haell site
(position 201 of CBF B p2l.5), yielding a 125-bp fragment
which contains sequences common to all three CBF g cDNA
clones. This PCR-amplified 125-bp DNA fragment was sub-
cloned along with a Haell-PstI fragment from each of the
CBF B clones (corresponding to nucleotides 202 to 777 of
CBF B p21.5) into the BamHI and PstI sites in the polylinker
of pBluescript SK*. The correct sequence of the PCR-
amplified region was confirmed by dideoxy sequencing from
the T3 primer. The CBF B inserts were then excised from the
pBluescript SK* phagemid with BamHI and EcoRI and
subcloned into the BamHI-EcoRI sites of pGEX2T. The
CBF B-GST fusion proteins were expressed in E. coli
MM294 and purified on glutathione-agarose beads (51).

Recovery of DNA-binding CBF « subunits from SDS-
polyacrylamide gels. DNA-binding CBF « subunits were
isolated from affinity-purified bovine CBF (19, 60). One
milliliter of purified bovine CBF was trichloroacetic acid
precipitated and fractionated through an SDS-15% poly-
acrylamide gel. The gel was stained with Coomassie brilliant
blue, the visible polypeptides were excised from the gel, and
the gel slices were chopped into small pieces. Proteins were
eluted by incubating the gel slice in 200 to 300 pl of a buffer
containing 150 mM NaCl, 20 mM N-2-hydroxyethylpipera-
zine-N'-2-ethanesulfonic acid (HEPES; pH 7.5), 5 mM DTT,
0.1 mM EDTA, 0.1% SDS, and 0.1 mg of bovine serum
albumin (BSA) per ml overnight at RT. The eluted proteins
were precipitated with 4 volumes of cold (—20°C) acetone.
Following incubation for 45 min in a dry ice-ethanol bath,
proteins were pelleted by microcentrifugation at 16,000 x g
for 30 min. The pellets were washed with a solution contain-
ing 80% acetone, 20% dilution buffer (150 mM NaCl, 20 mM
HEPES [pH 7.5], 1 mM DTT, 0.1 mM EDTA, 20% glycerol),
dried, dissolved in 5 to 10 pl of dilution buffer supplemented
with 6 M guanidine-HCI, and incubated at RT for 30 min.
The proteins were renatured by diluting the sample 1:50 with
dilution buffer and incubating it for 2 h at RT. The protein
samples were then assayed for core-binding activity by
electrophoretic mobility shift assay. Protein samples that
yielded only one protein-DNA complex and were thus
judged to be free from contamination by CBF B subunits
were used in subsequent analyses.

DNase I footprinting analysis. Probes from the top and
bottom strands of the TCRy enhancer probe were prepared
from plasmid J21-.20RR (54), kindly provided by David
Raulet. J21-.20RR contains a 196-bp Rsal-Rsal fragment
from the TCRy enhancer subcloned into the polylinker of
plasmid J21 (61). The plasmid was labeled at the Xhol or
Clal site in the polylinker of J21 as described previously (60).
DNase I footprinting was conducted exactly as previously
described (60).

Measurement of dissociation rate constants. The rate of
dissociation of CBF o and CBF a+ subunits was measured
by using electrophoretic mobility shift assays. A fixed
amount of the CBF a and CBF « plus CBF B-GST fusion
protein (approximately 10~° M CBF a and 10~ M CBF B
p21.5-GST) was incubated with a saturating amount of the
HA probe (75-ul total volume per binding reaction) at RT for
20 min and then on ice for 15 min. Binding reactions were
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also performed with bovine CBF polypeptides renatured
from SDS-polyacrylamide gels that contained both CBF a
and CBF B subunits (polypeptide bands F to M; see Fig. 5).
A 15-ul aliquot of the binding reaction was loaded onto a
running native polyacrylamide gel. A 50-fold molar excess of
unlabeled HA binding site was then added to the remainder
of the binding reaction to trap the dissociated CBF proteins,
and 15-pl aliquots were removed at defined intervals (15, 30,
60, and 300 s) and loaded onto the running gel. Electrophore-
sis was conducted at 4°C. Following autoradiography of the
dried gel, the autoradiogram was photographed, scanned,
and quantified with the National Institutes of Health Image
1.44 program (36). The rate constant for dissociation was
calculated from the slope of the plot of log(% bound at each
time — % bound at ¢ = ») (o = 300 s) versus time.

Ethylation interference analysis. The probes used in the
ethylation interference analysis were 37-bp oligonucleotides
containing a core site from the TCRS enhancer (3E3, kind
gift from Mike Krangel):

5'-CTAGAAGCAATGCATGTGGTTTCCAACCGTTAATGCTAGAG-3'
3'-TTCGTTACGTACACCAAAGGTTGGCAATTACGATCTCCTAG-5'

Double-stranded probes 2P end labeled on either the top or
bottom strand were modified on phosphates with N-ethyl-N-
nitrosourea (Sigma) prior to use in binding reactions, as
described by Siebenlist and Gilbert (50). The binding reac-
tion (50-ul total volume) contained 100,000 cpm of end-
labeled probe and either 20 pl of bovine CBF « subunit or 20
ul of CBF « plus 5 pl (12.5 pg) of CBF B p21.5-GST protein
in the same buffer used for electrophoretic mobility shift
assays. The binding reaction was electrophoresed through a
6% native polyacrylamide gel. Following overnight exposure
of the wet gel, the bands corresponding to the CBF a and
CBF a+B protein-DNA complexes and free DNA bands
were excised from the gel, electroeluted onto a NA45
membrane (Schleicher & Schuell), and eluted from the
membrane in elution buffer (20 mM Tris-HCI [pH 8.0], 0.1
mM EDTA, 1.0 M NaCl) at 68°C for 1 h (5). The DNA was
then extracted once each with phenol and chloroform,
recovered by ethanol precipitation, and subjected to alkali
cleavage (50). Free 3?P-labeled single-stranded probe was
also subjected to alkali cleavage. Equal amounts of radioac-
tivity for each of the cleavage products were analyzed by
electrophoresis through a 15% polyacrylamide-7 M urea
sequencing gel.

Northern (RNA) and Southern analyses. RNA from mouse
tissues was isolated by the guanidinium isothiocyanate
method (10). Poly(A)* mRNA was purified on oligo(dT)
columns (Stratagene) according to the manufacturer’s in-
structions. One microgram of mRNA was electrophoresed
through each lane of a 1.5% agarose gel and transferred to a
Nitropure membrane (MSI, Westboro, Mass.). Following
hybridization with the 1.4-kb insert from a partial CBF 8
cDNA clone (encompassing nucleotides 139 to 1463 of CBF
B p21.5), the blot was washed with 2x SSPE-0.1% SDS at
RT and 0.1x SSPE-0.1% SDS at elevated temperatures until
background was diminished as monitored with a Geiger
counter (approximately 65°C).

Genomic DNA was isolated from mouse liver (55).
Twenty micrograms of genomic DNA was digested with
restriction endonucleases BamHI, EcoRI, HindIIl, Pstl,
Pyull, Scal, and Xbal. The digested DNA was fractionated
through a 0.7% agarose gel and transferred to a nylon
membrane (Nytran; Schleicher & Schuell). The membrane
was prehybridized in 50% formamide-6x SSC-10x Den-
hardt’s solution-1.0% SDS-0.1 mg of salmon sperm DNA
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FIG. 1. Purification of bovine CBF polypeptides p24 and p19.
(A) Ponceau S-stained nitrocellulose membrane following transfer of
affinity purified bovine CBF from an SDS-polyacrylamide gel.
Lanes: 1, affinity-purified CBF; 2, low-molecular-weight protein
standards. The arrows indicate positions of the two CBF polypep-
tides (p24 and pl9) that were excised and sequenced. Sizes are
indicated in kilodaltons. (B) Assay for core-binding activity of
renatured CBF p24 and pl9 polypeptides recovered from a
Coomassie brilliant blue-stained SDS-polyacrylamide gel. Lanes: 1,
binding of CBF p24 to the HA probe; 2, binding of p24 to the HA
probe in the presence of a 500-fold molar excess of unlabeled HA
site; 3, competition of p24 binding to the HA probe by the WT core
site; 4, competition with the MUT site; 5, binding of CBF pl9 to the
HA probe; 6, binding of p19 to the HA probe in the presence of
unlabeled HA; 7, competition of p19 by unlabeled WT; 8, competi-
tion of pl9 with unlabeled MUT core site. The letters a and b
indicate two protein-DNA complexes obtained with proteins rena-
tured from both the p24 and p19 polypeptide bands.

per ml and hybridized in 40% formamide-6x SSPE-1.0%
SDS-50 pg of salmon sperm DNA per ml-10% dextran
sulfate, using the insert from the 1.4-kb partial CBF 8§ cDNA
clone (1 x 10° to 2 x 10° cpm/ml) at 42°C. The filters were
washed twice with 2x SSC-0.1% SDS at RT for 15 min,
once with 0.5x SSC-0.1% SDS at RT, and once with 0.1x
SSC-0.1% SDS at 50°C for 15 min.

Nucleotide sequence accession numbers. The GenBank ac-
cession numbers for the CBF B cDNA clones are as follows:
CBF B p21.5, L03279; CBF B p22.0, L03306; and CBF B
p17.6, L03305. The CBF B p22.0 sequence entered in Gen-
Bank begins at the putative ATG translation start codon.

RESULTS

Purification and amino acid sequence analysis of CBF. We
scaled up the purification of CBF, following the basic
purification scheme described previously (60). The affinity-
purified CBF preparation was fractionated through an SDS-
15% polyacrylamide gel, and the proteins were transferred
onto a nitrocellulose membrane (2) (Fig. 1A). Only two
polypeptides migrating with apparent molecular sizes of 24
and 19 kDa (p24 and p19) were present in adequate amounts
and transferred to the nitrocellulose membrane with suffi-
cient efficiency for microsequence analysis. We eluted and
renatured both proteins from a Coomassie brilliant blue-
stained polyacrylamide gel run in parallel and assayed the
renatured proteins to confirm that they had core-binding
activity (Fig. 1B). Both renatured p24 and p19 bound to the
core site, and both yielded two protein-DNA complexes (a
and b) in electrophoretic mobility shift assays. We will
discuss the significance of these two protein-DNA com-
plexes later.

Both p24 and pl19 were excised from the nitrocellulose
membrane and digested with trypsin in situ, and the tryptic
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FIG. 2. Reverse-phase HPLC of tryptic peptides from CBF polypeptides p24 and p19. (A) Absorbance profile of tryptic peptides from p24
CBF at 210 nm. Numbered peaks correspond to sequenced peptides in Fig. 3. Note that peak 1 is the difference peak between p24 and p19.
(B) Absorbance profile of tryptic peptides from p19 CBF. mAU, milli-absorption units.

peptides were separated by high-pressure liquid chromatog-
raphy (HPLC) (Fig. 2). The elution profiles of tryptic pep-
tides from p24 (Fig. 2A) and p19 (Fig. 2B) were superimpos-
able, except that p24 contained an extra peptide peak (peak
1; Fig. 2A). The peptides in peaks 1 to 5 in Fig. 2 were
sequenced (Fig. 3). Peak 4 contained two peptides and
yielded two sequences (4a and 4b). Three peptide sequences
from peaks 3 and 5 are combined into one sequence in Fig.
3 (peptide 3/5). Both the similar tryptic peptide elution
profiles and the fact that both p24 and p19 contain tryptic
peptides (in peaks 3 and 5) having the same amino acid
sequence indicate that the two proteins are highly related.
Four tryptic peptides from p24 and p19 show no sequence
homology to any proteins in computer data bases. However,

peptide 2 from p24 shares 70% sequence identity with the
protein encoded by the Drosophila segmentation gene runt
(30) and 100% homology to a protein encoded by the human
AMLI gene (39) (Fig. 3). runt is a pair rule gene and plays a
key role in regulating the expression of all other pair rule
genes (8, 9, 17, 21, 24). runt encodes a nuclear protein which
by sequence analysis does not contain either a recognizable
DNA-binding or dimerization domain (30). The AMLI gene
is located on chromosome 21 in humans, at the t(8;21)
translocation breakpoint frequently found in the leukemic
cells from patients with the M2 subtype of acute myeloid
leukemia (39). The function of the AML1 protein was not
reported (39). The proteins encoded by runt and AMLI are
homologous in a 118-amino-acid (aa) region that includes a
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Peptide Sequence p24 pl9
1 RQQDPSPGSSLGGGDDLEK + -
2 VVALGDVPDGTLVTVMAGND [E] N Y + +
3/5 GRSEIAFVATGTNLSLQFFPASWQ [G]l EQR + +
(@
4a E Y V DFE R + +
4b [R] - (M) P QEAGK + +
Peptide 2 VVALGDVPDGTLVTVMAGNDENY
AML1 VVYALGDVPDGTLVTVMAGNDENY
runt VIALDDWPDGTLVSIKCGNDENY

FIG. 3. Sequences of CBF p24 and pl9 tryptic peptides. Peptide numbers correspond to peaks in Fig. 2. The sequences of the three
peptides from peaks 3 and 5 are combined. Peak 5 from p19 contained two peptides. One peptide in peak 5 is an incomplete trypsin cleavage
product, containing a Gly-Arg in the first two positions. The sequences of the other peptide in peak 5 and the peptide in peak 3 from p24 are
identical and start at the third amino acid (Ser). An amino acid in brackets indicates an interpretation with reasonable confidence, and an
amino acid in parentheses indicates a low-confidence result. A hyphen indicates that no sequence determination could be made at that
position. The sequence of peptide 2 is compared with those of the corresponding amino acid sequences of the human AML1 and Drosophila
runt proteins below. The sequence of AMLL is from aa 91 to 113 (39), and the runt sequence corresponds to aa 146 to 168 (30). Amino acids

that are identical in runt and peptide 2 are underlined.

consensus ATP or GTP binding domain (13). Peptide 2 from
p24 is contained within this 118-aa runt/AMLI homologous
region. A tryptic peptide from p19 elutes at the same position
as does peptide 2 from p24 (Fig. 2), suggesting that the
runt/AML1 homologous peptide is present in both p24 and
pl9. However, the amino acid sequence of the analogous
peptide from p19 was not determined; therefore, we did not
conclusively demonstrate that the runt/AML1 homologous
peptide is present in the p19 polypeptide band.

Molecular cloning and sequence analysis of the CBF B
subunits. Two PCR primers deduced from the amino acid
sequence of peptide 3/5, which was the longest peptide with
the lowest degeneracy, were used to amplify the sequence
between the primers from template DNA prepared from a
mouse thymus cDNA library. Two 25-mers were designed
from the amplified 50-bp sequence and used as probes to
screen the mouse thymus cDNA library. One cDNA clone
that hybridized with both 25-mers was isolated from the
cDNA library and found to contain a 1.4-kb insert. Prelimi-
nary DNA sequence analysis indicated that this cDNA clone
encoded peptide 3/5 but lacked a complete 5’ end. Therefore,
using the 1.4-kb insert as a probe, we isolated 11 additional
clones from the mouse thymus cDNA library. The complete
nucleotide sequence of one of these cDNA clones, CBF B
p21.5, is presented in Fig. 4A. The structures of all three
cDNA clones are diagrammed schematically in Fig. 4B, and
the deduced amino acid sequences of the three proteins are
presented in Fig. 4C.

The CBF B p21.5 cDNA clone contains a 2,742-bp insert
and a long open reading frame encoding a polypeptide of 182
aa with a calculated molecular weight (M) of 21,500 (Fig.
4A). The calculated molecular weight is in good agreement
with the molecular weights of the purified bovine CBF
polypeptides, p24 and p19. Coding sequences for two tryptic
peptides, 3/5 and 4a, are contained within the long open
reading frame. The coding sequence for tryptic peptide 1
from bovine p24, which was the difference peptide not
present in pl9, is contained in CBF B p21.5 but is in the +1
reading frame relative to the coding sequences for peptides
3/5 and 4a. CBF B p2l.5 contains a 1,997-nucleotide 3’
untranslated region, ending in a poly(A) tail. A consensus
polyadenylation sequence AATAAA is not found, but a

related sequence ATTAAA is located 13 nucleotides from
the poly(A) tail.

The nucleotide sequence of the cDNA clone CBF B p22.0
predicts a long open reading frame encoding a polypeptide of
187 aa (M, = 22,000). The sequence of CBF B p22.0 contains
a 1,319-bp 5’ untranslated region that starts with a stretch of
thymidines and contains a site for EcoRI restriction endo-
nuclease cleavage at nucleotide 584 (data not shown). Since
the mouse thymus cDNA library was prepared by using
EcoRI linkers, we suspect that the insert contains two
unrelated cDNAs fused head to head. Sequences between
the 5’ end of the insert and the EcoRI site at nucleotide 584
contain a 412-nucleotide-long open reading frame (in reverse
orientation), supporting the hypothesis that the 5’ end of the
insert is derived from an unrelated cDNA. We cannot,
therefore, determine the bona fide 5’ end of the CBF B p22.0
cDNA and have numbered the CBF B p22.0 sequence in Fig.
4B starting at the putative ATG translation start codon. The
3’ untranslated sequence of CBF B p22.0 diverges from that
of CBF B p21.5 starting at nucleotide 1192 (corresponding to
nucleotide 1304 in CBF B p2l.5) and contains 331 nucle-
otides of nonhomologous sequence.

Coding sequences for three tryptic peptides (peptides 1,
3/5, and 4a) are contained within the long open reading frame
of CBF B p22.0 (Fig. 4C). A 31-bp deletion near the 3’ end of
the long open reading frame of CBF B p22.0 (relative to CBF
B p21.5) brings the coding sequences for peptide 1 into the
same reading frame as the coding sequences for peptides 3/5
and 4a. This is consistent with the presence of peptide 1 in
the larger 24-kDa bovine protein. We identified three other
independent cDNA clones that had the same 31-bp deletion
and a total of eight that did not (data not shown). Thus, we
conclude that the 31-bp difference between CBF 8 p22.0 and
CBF B p2l.5 results from alternative splicing and is not a
cloning artifact. The coding sequence of CBF B p21.5 at the
5’ endpoint of the 31-bp deletion contains a characteristic
donor splice site (40) (Fig. 4B), suggesting that it serves as an
alternative splice donor to yield the CBF B p22.0 transcript.
Isolation and characterization of the genomic clone of CBF
B will be necessary to confirm or disprove this hypothesis.

CBF B pl7.6 encodes a 148-aa protein with an M, of
17,600. CBF B pl7.6 contains the same 31-bp deletion near
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A 1 AAT TCC GCG CGG GCA CCC GCT GGC GGG CTC CGG TGC ATC CCT GGG GAG CGC 51 613 crre €71
code for peptide 1
178 K T A R P 182
52 GGC CGG CCG GCG CGG CCT GAG GGC GGG AAG ATG CCG CGC GTC GTC CCG GAC 102
1 M P R Vv v » b 4 672 GTTAAGTGGA GCACAGCTTA TGTGCCCCAT CTCTACACAC ACTGCTTCTA GTTGGTATAA 731

732 ATAACTCATT GGGCGACCAG AAACTGTGAC AACTGGAGGG ACTGCAGTTG GTTTCATGGC 791

103 CAG AGG AGC AAG TTC GAG AAC GAG GAG TTC TTC AGG AAG CTG AGC CGC GAG 153 792 CTGAGGCAGT GAAGACGTCA CCCACTGCCA TGGTTTTGCA CTATAATGCC TGCATTTCTA 851
8 @ R (S K F E) N E E F F R K L S (R E 24 852 ATTTTTAAAA TATGTAGCCA GTAATAATTT GAAATTTTTT TCTATGCAAG CTTATCTTGT 911
CKII phos.site 912 TGGCATTATT TTAGTTGTAT CGAAAGTATA TACTTTCTTC ATTTTAACTT AAAAGCTCAT 971

972 GTCATTTAGA AACAAGATAA GAAATTAAAA TTTGTATCAG GGTTGCTTAA CATTCTTTTA 1031
154 TGC GAG ATT AAG TAC ACG GGC TTC AGG GAC CGG CCC CAC GAG GAG CGC CAG 204 1032 TACTTTCAGA CGAGTTGGTT ATACAGCTTT CCTCCTTAGA TAAGGGTTCT TGGTTTTTGT 1091
1092 TTGTTTTCTC TACATCATTT CGTGTTTTTG TATTCTGCAC CATTTTACAA ATGAAGATGT 1151
25 c E I K Yy T G F R D R P H E E R Q 41 T
1152 GTTTGCAGTT ATTTTTTCCA GCTATAAACC TAGAATAGAG CTGTCTGCCA CAGCCTCCTA 1211
tyr phos.site

1212 AAACAAACGT TTACAGTTGT TAAAGCCACA GTATCCTTTC AAATGCTGAT AGTCACCCTA 1271

205 ACA CGC TTC CAG AAC GCC TGC CGC GAC GGT CGC TCG GAG ATC GICT TIT GTG 255 1272 TCCCCTTTAG ACAAAAATTC ACATTAGTAT TAAATTTTGT CTCAGACCCT GTTTCAAGGT 1331
42 T R F 0 N A C R D 6 R S E I A F v 58 1332 ATATCTTGTA ATCATGAGTT TGGGTAGAGA TGCTCTTCAC AGGTGAGAAT GCTCTACAGA 1391
* x ox % * * * *

1392 AATGCCCAAA GAAGCCACAG ACTGGCTTCT GTTTTATTCA GGGATTTTTT TTTTAATCAG 1451

1452 TCAGAAAAAG GATACTGGAA CTTGTTGTAT GTAACAGCAT ATTAAACTGG AGGCAGTGAT 1511

256 GCT ACA GGA ACC AAT CTG TCT CTC CAG TTT TTT CCG GCC AGC TGG CAG GGA 306 1512 AAATCAGCTA CACAGGTAAA TTGTGTTAAA ATAATGTTTA AGATAGCTGC TTTCATGTGT 1571

59 A T 6 T N L S L O F F P A S W 0 G 5 1572 ATTTTGTATT TTGTATTGCA TGCTTTTGTA GAAACAAAAT TGGGTGATGA AGATGAGICT 1631
% s e s x x x x e a a wa

peptide 3/5 1632 TAGAAAATGT TCATCTGGGC AGAAGATGCA TTTCTCCCAT TGATTCCGGG CAAAACATTC 1691

1692 ACAGATATAG ATGATGGTAT TTTACAAAAG GACTATTAAT AGTGCCTTTT GAGATGAATC 1751

307 GAA CAG CGA CAA ACA CCT AGC CGG GAA TAT GIC GAC TTA GAG AGA GAA GCA 357 1752 AATGTAACGA TATTTTTAAA ACAGGCTTAG TGTCAAATTG CAATTTTTTA AATATAAAAC 1811
% E @ R @ T P S R E YV DL ERE A 92 1812 TGGAAAAAGT GCTAAGTCAT TGGCACATGC TTACAATACT TTCCGTGGTC GTATTCATTA 1871

PR

’ pe;tld: 4a' ! 1872 AATGTTACTA CATTTCTGAA TTTTTGCAAA AATGTATTTT ATCATAAAAT GGCATTATTT 1931

1932 TAGAAAATTT TAARAACTGA CATGGTCAAT TCAGAAAAGT CTGAATAAGG TCATTGCATT 1991

358 GGC AAG GITA TAC TTG AAG GCT CCC ATG ATT CTG AAT GGA GIG TGT GIT ATA 408 1992 TAAAAAGCAT ATAAAGATAC TTGATTGTGG AAGTGTGTCT TTCATIGTAT ATAGGTCTTA 2051
3 6 K V Y L K A P M I L N 6 V ¢ Vv I 109 2052 TAATTCATAA ACAAGTACCC TGTATCTCAA AATAAAAATA TTTGTTATAT ATTTGAAGTC 2111
2112 GTGCATGATA AGGATTGTGT TTGAATTATT ATAAACAATA ATGIGITACA GAAGCTGATG 2171

209 TGG AAG GGC TGG ATT GAT CTC CAC AGA TTG GAT GGT ATG GGT TGC CTG GAG 459 2172 CTGACCTTGT GTTACTGAGC ACTATGAATG AATTTGCTTG GTATTTGGTG TTGTACAGCT 2231
10 W K G W I D L H R L D G M G ¢ L E 126 2232 CACATGTTTA CACTCTCAGT GCCCTGATGC CTCTCGGGAG TTACCTTTTT ARAGTGATCC 2291
2292 TITCTTTTTT AAAATAACAT CTCGGTGGTA CATTTTCTCT GTTGCTTCTC GCCAAGAGCT 2351

460 TIT GAT GAG GAG CGA GCC CAG CAG GAA GAT TCA TTA GCA CAA CAG GCC TTT 510 2352 TCCAGTCCGG CAGTCAGTAA GATCACATGG TGTTAATGTG GCCGTCCCTC TGTAAATAGC 2411
127 F D E E R A @ @ E D A L A 0 @ A F 143 2412 AAATGTTCCT TACTGGTTCT GCACTGCTTC TGTCTGTCTT AATGCTGGCG TTAAGATCAT 2471
2472 AAACTCCTTT TCTTCGGTAG TGCAGGCTTT GAAAATTAAG TTATTGATGC AATTTCATAT 2531

511 GAA GAG GCT CGA AGA AGA ACT CGA GAA TTT GAG GAT AGA GAC AGG TCT CAC 561 2532 TTTTCATAAT CTGTATTTAA AATGACATCA TTGCATCATT TTTTAAAGAT TCATCTCCAT 2591
144 E E A R R R T R E F E D R D R (S H 160 2592 TAAAACTTGC CTTAAGCTTC CAGATTGCTT TGCCGTTAGC TTTACTGTAT ATTTGTATGT 2651
PKC/CKIT phos.site 2652 TTTATTTACT TTCACATTAA AATICTGIGT ACTGAAAAAA AAAAAAAAAA AARAAAAMAA 2711

2712 AAAAAAAAAA AAAAAAAAAA AAAAAAAAAA AAAAAAA 2748
562 CGG GAG GAA ATG GAG([GTG AGA GTT TCA CAG CTG CTG GCA GTA ACT G]GC AAG 612
161 R E) E M E V R V S Q@ L L A V T G K 177

FIG. 4. Nucleotide and amino acid sequences of CBF B subunits. (A) Nucleotide sequence of CBF B p21.5, with the deduced amino acid
sequence (single-letter code) in the major long open reading frame. The putative ATG start codon is underlined. The sequences corresponding
to bovine peptides 3/5 and 4a are shown beneath the deduced amino acid sequence. Positions of amino acid sequence identity with the bovine
peptides are indicated by asterisks; positions of amino acid sequence divergence are indicated by the substituted amino acid. Positions of
sequences corresponding to peptide 1 (in the +1 reading frame) are underlined and noted. The putative polyadenylation sequence (ATTAAA)
is also underlined. The boundaries of the 117- and 31-bp deletions in CBF B p22.0 and CBF B p17.6 (nucleotides 248 to 364 and 577 to 607)
are indicated by brackets in the nucleotide sequence. The partial 1.4-kb cDNA clone that was first isolated contains sequences from
nucleotides 139 to 1463 of CBF B p21.5. Putative casein kinase II (CKII), protein kinase C (PKC), and tyrosine (tyr) phosphorylation (phos.)
sites are noted. (B) Schematic diagram showing the relationship between the CBF B p21.5, CBF B p22.0, and CBF B p17.6 cDNA clones
(GenBank accession numbers 103279, 103306, and L03305, respectively). Only the overlapping regions of the cDNA clones are shown.
Numbers correspond to the nucleotide sequence of each cDNA clone as entered into GenBank. Since the 5’ end of CBF B p22.0 appears to
include sequences from another unrelated cDNA resulting from head-to-head fusion, we cannot determine the bona fide 5’ end of the CBF
B p22.0 cDNA. Therefore, we have numbered the CBF B p22.0 sequences starting at the putative ATG start codon. White rectangles indicate
long open reading frames. ATG and TAA or TAG translation start and stop codons are shown. Positions of the 31- and 117-bp deletions in
CBF B p22.0 and CBF B pl7.6 are indicated by jagged lines. The nucleotide sequence including and immediately adjacent to the site of the
31-bp deletion found in both CBF B p22.0 and CBF B p17.6 is shown below the CBF B p21.5 diagram. The 31 nucleotides that are deleted
are boxed. Asterisks indicate the residues at the 5’ deletion endpoint that are conserved in typical splice donor sequences (40). (C) Deduced
amino acid sequences of the proteins encoded by the CBF B cDNA clones. Numbers correspond to the CBF B p22.0 amino acid sequence.
Amino acids corresponding to the bovine tryptic peptides are underlined.

the 3’ end of the open reading frame found in CBF 8 p22.0 (Fig. 4C). CBF B p17.6 was the only cDNA that we isolated
and an additional 117-bp deletion near the middle of the open which contains this deletion, and thus the deletion could be
reading frame (Fig. 4B). This 117-bp deletion removes cod- an artifact of cloning. The 3’ untranslated region of CBF B
ing sequences for most of peptide 3/5 and all of peptide 4a pl7.6 is identical to that of CBF B p21.5.
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C CBF B p22.0 MPRVVPDQRS KFENEEFFRK LSRECEIKYT GFRDRPHEER QTRFQNACRD

CBF B p17.6 MPRVVPDQRS KFENEEFFRK LSRECEIKYT GFRDRPHEER QTRFQNACRD

CBF B p21.5 MPRVVPDQRS KFENEEFFRK LSRECEIKYT GFRDRPHEER QTRFQNACRD
51 peptide 3/5 peptide 4a 100

CBF B p22.0 GRSEIAEVAT GTNLSLOQFFP ASWOGEQRQT PSREXVDLER EAGKVYLKAP

CBF B pl7.6 GRSEL..:vr cecvvunene tonnnnnnes sannannnes sons VYLKAP

CBF B p21.5 GRSEIAFVAT GTNLSLOFFP ASWOGEOROT PSREXVDLER EAGKVYLKAP
101 150

CBF B p22.0 MILNGVCVIW KGWIDLHRLD GMGCLEFDEE RAQQEDALAQ QAFEEARRRT

CBF B pl17.6 MILNGVCVIW KGWIDLHRLD GMGCLEFDEE RAQQEDALAQ QAFEEARRRT

CBF B p21.5 MILNGVCVIW KGWIDLHRLD GMGCLEFDEE RAQQEDALAQ QAFEEARRRT
151 peptide 1 187

CBF B p22.0 REFEDRDRSH REEMEARRQO DPSPGSNLGG GDDLKLR

CBF B pl17.6 REFEDRDRSH REEMEARRQQ NPSPGSNLGG GDDLKLR

CBF B p21.5 REFEDRDRSH REEMEVRVSQ LLAVTGKKTA RP.....

CBF B p22.0: 187 aa.; 22.0 kDa
CBF B pl7.6: 148 aa.; 17.6 kDa
CBF B p21.5: 182 aa.; 21.5 kDa

FIG. 4—Continued.

Although not shown in Fig. 4A, the long open reading
frame of CBF B p21.5 (and CBF B pl7.6) continues to the 5’
end of the insert. We have tentatively designated the ATG at
position 82 in CBF B p21.5 as the initiation codon, based on
the sequence of the CBF B p22.0 cDNA clone, in which the
open reading frame ends 696 nucleotides 5’ to this ATG (3' to
the internal EcoRI site) and does not contain another ATG.
The putative ATG initiation codon is in the context of an
imperfect Kozak consensus sequence for translational initi-
ation, in that a C at the +4 position is not favorable
(AAGATGC) (32).

The proteins encoded by the CBF B cDNA clones do not
contain any DNA-binding motifs commonly found in DNA-
binding proteins (for a review, see reference 26), nor is there
a predominantly basic region in the protein suggestive of a
DNA-binding domain. There are also no acidic, glutamine-
rich, or proline-rich regions that are characteristic of activa-
tion domains. The CBF B proteins do not contain the
prototypic nuclear targeting sequence first found in the
simian virus 40 large T antigen (28); however, a potential
bipartite nuclear targeting sequence is present at aa 19 to 35
(RKLSRECEIKYTGFRDR) (46). Both the protein and nu-
cleotide sequences of CBF B p22.0 were used to search
computer data bases for other related sequences (3). No
significant homology to any other protein was revealed in the
search.

CLONING OF CBF B 3331

The coding sequence for peptide 2, which is the runt/
AML1 homologous peptide, is not contained within any of
the CBF B cDNA clones. Therefore, at least two proteins
migrated in the SDS-polyacrylamide gel from which the
bovine proteins were purified with an apparent molecular
size of 24 kDa (and probably also 19 kDa) and were excised
from what had appeared to be a single band. The two
proteins generated a mixture of tryptic peptides. One protein
is encoded by the CBF f gene, and it contributed peptides 1,
3/5, and 4a. We believe that the protein that comigrated with
the CBF B-encoded protein is the bovine homolog of human
AMLI, and it contributed peptide 2. We could not find
coding sequences for the short peptide 4b either in the mouse
CBF B cDNA clones or in the published human AMLI
sequence (39).

The CBF B subunits form a complex with DNA-binding
CBF « subunits. We subcloned the open reading frames of
CBF B p22.0, CBF B p21.5, and CBF B pl17.6 into the GST
vector pGEX2T and expressed the CBF B proteins as GST
fusion proteins. The GST fusion proteins were purified on
glutathione-agarose beads, and fractions of the eluate were
analyzed by SDS-polyacrylamide gel electrophoresis
(PAGE) (data not shown). The fusion proteins migrated with
apparent molecular sizes of 49 kDa (CBF B p22.0-GST), 47
kDa (CBF B p21.5-GST), and 44.5 kDa (CBF B p17.6-GST),
consistent with their predicted molecular sizes plus that of
the 27-kDa GST domain.

We tested whether the CBF B-GST fusion proteins would
bind to the core site but could detect no protein-DNA
complexes by electrophoretic mobility shift assay. We then
examined whether the CBF B proteins are part of a protein
complex that binds to the core site and purified the DNA-
binding component of CBF from affinity-purified bovine
CBF to test this hypothesis. Bovine CBF was fractionated
through an SDS-polyacrylamide gel, the gel was stained with
Coomassie brilliant blue, and each visible protein band was
excised from the gel (Fig. 5A). Proteins were eluted from
each gel slice (A to N), renatured, and tested for core-
binding activity (Fig. SB).

As shown previously, each protein in the molecular size
range of 17 to 33 kDa binds to the core site (60). Several
proteins (B to E and N) give rise to one protein-DNA
complex. Proteins migrating in the molecular size range of 19
to 27 kDa (F to M) yield two protein-DNA complexes. We
noted this phenomenon previously and at that time hypoth-
esized that the second protein-DNA complex with lower
mobility contains two CBF subunits bound to the probe (60).
As we will demonstrate later, we now believe that the
fast-mobility protein-DNA complex contains only a DNA-
binding subunit of CBF (which we call CBF a subunits) and
that the lower-mobility protein-DNA complex contains both
a DNA-binding subunit of CBF (CBF «) and a non-DNA-
binding subunit of CBF (CBF B). The large molecular size
range of the CBF « subunits appears to be contributed by a
combination of proteolysis and splicing variants (4, 12, 25,
39). The hypothesis that the CBF B cDNA clones that we
isolated encode non-DNA-binding subunits of CBF is con-
sistent with the 19- to 27-kDa molecular size range in which
the bovine proteins that yield two protein-DNA complexes
migrate, which corresponds to the predicted size of several
of the CBF B subunits. A range of 19 to 27 kDa is also
reasonably consistent with the size range of the core-binding
PEBP2 B subunits (20 to 24 kDa) purified by Kamachi et al.
from c-Harvey-ras-transformed mouse fibroblasts (29).
Therefore, we reasoned that (i) gel slices that give rise to one
protein-DNA complex (B to E and N) contain only a
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FIG. 5. Recovery of DNA-binding bovine CBF a subunits from
SDS-polyacrylamide gels. (A) Fractionation of polypeptides by
SDS-PAGE. Shown is the Coomassie brilliant blue-stained SDS-
polyacrylamide gel from which the different polypeptides were
excised. The CBF preparation is the same as that used to obtain
purified bovine p24 and pl9. Five hundred microliters of the
affinity-purified fraction was trichloroacetic acid precipitated and
electrophoresed through an SDS-15% polyacrylamide gel, and the
gel was stained with Coomassie brilliant blue. Lanes: 1, affinity-
purified CBF; 2, low-molecular-weight protein standards (positions
indicated in kilodaltons). Arrows indicate the bands that were
excised from the Coomassie brilliant blue-stained SDS-polyacryl-
amide gel. The CBF polypeptide bands are labeled sequentially by
letters from top to bottom (A to N). Polypeptides G and K are p24
and pl9, respectively. (B) Electrophoretic mobility shift assay of
core-binding activity from renatured polypeptides. The excised
polypeptides were eluted from the SDS-gel slices and subjected to a
denaturation/renaturation regimen as described previously (19, 60).
Ten microliters of each renatured protein was assayed for core-
binding activity, using 20,000 cpm of the HA probe. The letter above
each lane corresponds to the letter of the polypeptide band in panel
A. Lane 1 contains 2 pl of the affinity-purified CBF sample prior to
fractionation by SDS-PAGE.

DNA-binding subunit of CBF (CBF «), (ii) gel slices that
give rise to two protein-DNA complexes (F to M) contain
both a DNA-binding CBF a subunit and a CBF B subunit,
and (iii) protein-DNA complexes containing both CBF a and
CBF B subunits migrate more slowly on native polyacryl-
amide gels than do protein-DNA complexes containing CBF
o subunits alone.

MoL. CELL. BioL.

To test the hypothesis that proteins encoded by the CBF
cDNA clones are the non-DNA-binding subunits of CBF, we
tested the ability of the CBF B-GST fusion proteins to shift
the mobility of protein-DNA complexes formed with bovine
CBF a subunits (polypeptides B to E and N in Fig. 5). CBF
B p22.0-GST, CBF B p21.5-GST, and CBF B pl7.6-GST
alone do not bind to the core site (Fig. 6A, lanes 6, 11, and
15). However, when included in binding reactions with
renatured bovine CBF a subunits, both CBF B p22.0-GST
and CBF B p21.5-GST decrease the mobility of the protein-
DNA complex. An approximately 10:1 molar ratio of CBF
to CBF « drives 50% of the CBF protein-DNA complex into
the a+p form (lanes 3 and 8). We found that all of the
renatured bovine CBF a polypeptides (B to E and N)
associate with the CBF B p22.0-GST and CBF B p21.5-GST
subunits (data for all CBF a subunits not shown). Further-
more, we find that when CBF B p22.0-GST and CBF B
p21.5-GST are combined with CBF « polypeptides that yield
two protein-DNA complexes (F to M), the higher-mobility
CBF « protein-DNA complex is driven into a lower-mobility
form (data not shown). The CBF B subunits do not, how-
ever, associate with an unrelated protein Ets-1 to form a
lower-mobility protein-DNA complex (18).

CBF B pl7.6-GST cannot participate in the formation of a
protein-DNA complex with CBF a subunits (Fig. 6A, lanes
12 to 14). We determined whether CBF B p17.6 can interfere
with the association of the CBF B p22.0 and CBF B p21.5
subunits with CBF « subunits. If, for example, the associa-
tion of CBF B subunits to the CBF a subunit was dependent
on CBF B dimerization, then CBF B p17.6 could potentially
dimerize with CBF B p22.0 and CBF B p21.5 and inhibit their
association to the CBF « subunit. Mixing experiments were
performed in which a 1:1 or 10:1 molar ratio of CBF B
p17.6-GST to either CBF B p21.5-GST or CBF B p22.0-GST
was added to binding reactions containing CBF o subunits
(Fig. 6B). CBF B pl7.6-GST did not interfere with the
association of CBF B p21.5 or CBF B p22.0 to the CBF «
protein-DNA complex even when present in a 10-fold molar
excess. One caution in interpreting this result, however, is
that CBF B dimers may exchange subunits too slowly for
significant exchange to occur during the binding reaction.

Association of CBF B subunits stabilizes DNA binding by
CBF « subunits. DNase I footprinting analyses were per-
formed to determine whether the association of CBF 8
subunits qualitatively alters the footprint generated by the
CBF a subunits. We found, however, that CBF « by itself
does not generate a footprint on the core sites in the TCRy
enhancer (Fig. 7). Increasing the amount of CBF a in the
binding reactions resulted in either nonspecific binding or
repression of DNase I cleavage (Fig. 7A, lane 4). Upon
addition of either CBF B p22.0-GST or CBF B p21.5-GST
(but not CBF B p17.6-GST or GST alone), a clear footprint
appears over the two core sites in the TCRy enhancer.
Association of the CBF B subunits therefore appears to
increase the stability of the CBF protein-DNA complex.

The observation that CBF a binding can be detected by
electrophoretic mobility shift but not by DNase I footprint-
ing assays suggests that CBF a dissociates from the DNA
during the 1-min incubation with DNase I. To determine
whether this is indeed the case and whether the association
of CBF B decreases the rate of dissociation, we measured
the dissociation rates of the CBF « protein-DNA complex
and the CBF a+ protein-DNA complex by electrophoretic
mobility shift assays (Fig. 8). The dissociation of both CBF
« alone and CBF a+p (CBF B p21.5) from the HA probe was
too rapid to measure when both the binding reactions and
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FIG. 6. Association of CBF B-GST fusion proteins with DNA-binding CBF « subunits. (A) Various amounts of CBF B-GST fusion
proteins were added to 4 .l (approximately 1to 5 ng; 2 X 10™° M to 6 x 10~° M, final concentration) of the CBF « subunit recovered from
the SDS-polyacrylamide gel (polypeptide C from Fig. 5), and binding was measured by electrophoretic mobility shift assay using the HA
probe. Lanes: 1, binding of the CBF a subunit alone; 2 to 5, CBF a plus 5 ng, 50 ng, 500 ng, and 2.5 pg of CBF B p22.0-GST; 6, 2.5 ug of
CBF B p22.0-GST alone; 7 to 10, CBF a plus 5 ng, 50 ng, 500 ng, and 5 g of CBF B p21.5-GST; 11, 5 pg of CBF B p21.5-GST alone; 12 to
14, CBF a plus 10 ng, 100 ng, and 1 pg of CBF B p17.6-GST; 15, 1 ug of CBF B p17.6-GST alone. FP shows the position of the free probe;
a and a+p indicate positions of the protein-DNA complexes formed with the CBF a subunit in the absence and presence of the CBF 8-GST
fusion proteins, respectively. (B) CBF B pl7.6 does not inhibit association of CBF B p21.5 and CBF B p22.0 to the CBF a protein-DNA
complex. Lanes: 1, binding of 500 ng of GST alone; 2, 500 ng of CBF B p22.0-GST; 3, 500 ng of CBF B p21.5-GST; 4, 500 ng of CBF B
pl7.6-GST; 5, binding of 2.5 ul (estimated to be <1 to 5 ng) of renatured bovine CBF a subunit alone (polypeptide C from Fig. 5); 6 and 7,
CBF a plus 50 and 500 ng of GST; 8 and 9, CBF « plus 50 and 500 ng of CBF B p22.0-GST; 10 and 11, CBF « plus 50 and 500 ng of CBF
B p21.5-GST; 12 and 13, CBF «a plus 50 and 500 ng of CBF B p17.6-GST; 14 and 15, competition of CBF « binding by 20 ng (200-fold molar
excess) of the unlabeled HA and MUT sites; 16 and 17, competition of CBF a plus 500 ng of CBF B p22.0-GST with HA and MUT sites; 18
and 19, competition of CBF a plus 500 ng of CBF B p21.5 with HA and MUT sites; 20, CBF a plus 50 ng of CBF B p22.0-GST and 50 ng of
GST; 21, CBF a plus 50 ng of CBF B p22.0-GST and 500 ng of GST; 22 and 23, CBF a plus 50 ng of CBF B p22.0-GST and 50 (lane 22) and
500 (lane 23) ng of CBF B p17.6-GST; 24 and 25, CBF « plus 50 ng of CBF B p21.5-GST and 50 (lane 24) and 500 (lane 25) ng of GST; 26 and
27, CBF «a plus 50 ng of CBF B p21.5-GST and 50 (lane 26) and 500 (lane 27) ng of CBF B p17.6-GST. o and a+p represent the protein-DNA

complexes formed with the CBF a subunit in the absence and presence of the CBF B-GST fusion proteins, respectively.

electrophoresis were conducted at RT (data not shown).
When the competition was performed at 0°C and the binding
reactions were electrophoresed at 4°C, the CBF « protein-
DNA complex still dissociated rapidly but at a rate that
could be measured experimentally by electrophoretic mobil-
ity shift assay (Fig. 8A, lanes 1 to 5). Addition of CBF B
p21.5-GST to the binding reactions significantly decreased
the rate of dissociation of the CBF protein-DNA complex
(Fig. 8A, lanes 6 to 10). We plotted the data as shown in Fig.
8B and from this calculated a dissociation rate constant for
the CBF « protein-DNA complex of 8.8 x 1072 s~* and for
the CBF a+p protein-DNA complex (B = CBF B p21.5-
GST) 0f 1.25 x 10~2? s~ * at 0°C, corresponding to a sevenfold
decrease in the dissociation rate constant upon association
of CBF B.

We also determined the dissociation rate constants for the
two protein-DNA complexes generated from the bovine
CBEF proteins eluted from gel slices F to M in Fig. 5 (Fig. 8A,
lanes 11 to 15; Fig. 8C). The faster-migrating complex which
we hypothesized contained only CBF a subunits dissociated
at a rate comparable to that of CBF « alone (7.0 x 1072571).
The protein-DNA complex that migrates more slowly and
presumably contains both CBF a and CBF B subunits
dissociates more slowly, with a rate constant of 1.6 x 1072
s~', supporting the hypothesis that it contains both a DNA-
binding a and non-DNA-binding 8 subunit.

Association of the CBF B subunit does not extend the

phosphate contacts made by CBF in the core site. To deter-
mine whether the association of CBF B changes the contacts
made by the CBF « subunit, we compared the phosphate
contacts made by CBF « in the absence and presence of the
CBF B subunit. The ethylation interference analysis was
performed by using the 8E3 core site from the TCRS$
enhancer (45). CBF «a contacts six phosphates on the top
strand and four phosphates on the bottom strand of the 8E3
core site (lanes 3 to 5 in Fig. 9A and B). This finding is
consistent with the pattern of phosphate contacts made by
affinity-purified bovine CBF on the core site in the Moloney
MLV enhancer (37). This pattern of phosphate contacts is
not extended upon association of the CBF g (CBF B p21.5-
GST) subunit (lanes 6 to 8 in Fig. 9A and B); on the contrary,
there is some suggestion that the effect of ethylation at some
phosphates on the bottom strand is slightly less severe upon
association of the CBF B subunit (Fig. 9C). This result
suggests that the dissociation rate constant of the CBF
protein-DNA complex is not decreased through the estab-
lishment of additional contacts between the protein and the
DNA upon association of CBF B.

Southern and Northern analyses of the gene for the CBF B
subunits. The insert from the partial CBF B p21.5 cDNA
clone (nucleotides 139 to 1463 of CBF B p21.5) was used as
a probe in Southern blot analysis under stringent hybridiza-
tion conditions (Fig. 10A). Multiple bands were observed
with use of a variety of restriction endonucleases, suggesting
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FIG. 7. DNase I footprint analysis of CBF a subunit binding to
the enhancer from the TCRy gene in the presence of CBF B-GST
fusion proteins. (A) Binding to the core sites on the top strand of the
TCRy enhancer. Lanes: 1 and 2, G and G+A chemical sequencing
ladders; 3, BSA; 4, 25 pl of CBF «a (polypeptide D from Fig. 5); 5,
10 ul of CBF «a plus 2.5 pg of CBF B p22.0-GST; 6, 10 ul of CBF o
plus 2.5 pg of CBF B p21.5-GST; 7, 10 pl of CBF a plus 2.5 pg of
CBF B p17.6-GST; 8, 10 pl of CBF « plus 2.5 ug of GST; 9, BSA.
Boxes at the left indicate positions of the two core motifs (CTGTG
GTTT and CTGTGGTCT) in the TCRy enhancer. (B) Binding of
CBEF to the core sites on the bottom strand of the TCRy enhancer.
Lanes are the same as those in panel A except that lane 4 contains
10 pl of CBF « alone. CBF «a polypeptide 5C was used in footprint-
ing reactions.

either that the CBF B gene is relatively large or that it is a
member of a family of related genes.

We examined the expression of CBF f mRNA in various
mouse tissues. CBF B mRNA is present at some level in all
tissues tested, although the mRNA is more abundant in
thymus than in other tissues (Fig. 10B). The predominant
mRNA species in most tissues is 3.1 kb, a less abundant
mRNA species in thymus migrates at 2.5 kb, and muscle
contains a 2.8-kb CBF B mRNA species not found in other
tissues. Differences in the level of CBF B mRNA levels
between thymus and other tissues range from 2.6-fold (thy-
mus/muscle) to 29-fold (thymus/testis), with an average
difference of 11-fold. When normalized by densitometry to
the actin signal, the differences in mRNA levels range from
0.9-fold (thymus/liver) to 6.6-fold (thymus/spleen).

DISCUSSION

We have isolated and sequenced three cDNA clones from
mouse thymus encoding non-DNA-binding B subunits of the

MoL. CELL. BioL.

transcription factor CBF. The nucleotide sequences of the
three cDNA clones are 100% identical over approximately
1,200 bp (excluding the 117- and 31-bp deletions), indicating
that the three proteins encoded by these cDNAs are trans-
lated from differentially spliced mRNAs transcribed from a
single gene. Two of the proteins encoded by the CBF 8
cDNA clones, CBF B p22.0 and CBF B p21.5, participate in
the formation of a protein-DNA complex with a DNA-
binding CBF « subunit. We have thus far detected no
difference in the DNA-binding properties of protein-DNA
complexes containing the CBF B p22.0 and CBF B p21.5
subunits, although we have not rigorously compared their
equilibrium or kinetic binding constants. The differences in
the carboxyl termini of CBF B p21.5 and CBF B p22.0 may
affect other biochemical properties of the proteins, such as
their ability or efficiency in activating transcription from the
promoter or their interactions with proteins binding to adja-
cent sites on enhancers.

The protein encoded by the third cDNA clone, CBF B
pl7.6, does not form a complex with CBF «, nor does it
inhibit the association of the CBF B p22.0 or CBF B p2l1.5
subunits to the CBF « protein-DNA complex. CBF B pl7.6
may, however, interfere with other biochemical processes,
perhaps through squelching of essential components of the
transcriptional apparatus.

The association of CBF B p21.5 decreases the rate con-
stant of dissociation of the CBF protein-DNA complex. This
decrease in the dissociation rate constant is not accompanied
by an extension of the phosphate contacts in the binding site,
as evidenced by the similarity of the phosphate interference
patterns generated by the CBF a subunit alone and the CBF
a+B complex. Two models are compatible with the obser-
vations that CBF B stabilizes the protein-DNA complex yet
does not extend the phosphate contacts on the DNA. One
model is that CBF B stabilizes a conformation assumed by
CBF « that is favorable for binding but that CBF 8 does not
itself contact DNA directly. This model presupposes that
CBF « binds as a monomer, and therefore that the associa-
tion of CBF B does not involve exchange of a DNA-binding
CBF « subunit. An alternative model is that CBF B does
displace a subunit of CBF «a and contacts the DNA directly
but that the CBF o+ heterodimer establishes essentially
the same contacts as CBF a alone.

We predict that CBF a binds as a monomer, that the
association of CBF B to CBF a does not involve a subunit
exchange, and therefore that the first model (CBF B stabi-
lizes a conformation assumed by CBF a) is correct. The
reasons for our prediction are as follows. (i) Association of
CBF B to the protein-DNA complex decreases the mobility
of the protein-DNA complex relative to CBF « alone,
suggesting that rather than displacing a subunit, CBF B
piggybacks onto the complex. For example, in Fig. 5, when
proteins from individual polypeptide bands excised from an
SDS-polyacrylamide gel which contain both CBF o and CBF
B subunits of identical molecular weights are assayed for
binding, the association of CBF B decreases the mobility of
the protein-DNA complex. If CBF B were instead displacing
one subunit of a homodimeric CBF o complex, the mobility
of the protein-DNA complex should not change significantly.
(ii) Results from selected and amplified binding sequence
footprinting (6) indicate that the binding site selected by the
CBF « subunit alone is asymmetrical (PyGPyGGTPy), sug-
gesting that it binds as a monomer (37, 38). Furthermore, the
distributions of binding sites selected by CBF a and CBF
a+p subunits are indistinguishable; thus, association of the
CBF B subunit does not appear to alter sequence specificity
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FIG. 8. Measurement of rate constant for dissociation. (A) Binding reactions were performed at RT for 20 min and then equilibrated on
ice for 15 min. A 50-fold molar excess of HA competitor was added to trap the dissociated protein, and 15-ul aliquots were removed at the
indicated time points and loaded onto a running gel (equilibrated at 4°C). Lanes: 1 to 5, CBF « (polypeptide B) at ¢ = 0, 15, 30, 60, and 300
s; 6 to 10, CBF a plus CBF B p21.5-GST at z = 0, 15, 30, 60, and 300 s; 11 to 15, bovine CBF a+B (polypeptide band J) at ¢ = 0, 15, 30, 60,
and 300 s. The mobility of the CBF a+8 protein-DNA complex in lanes 6 to 10 is lower than that in lanes 11 to 15, presumably because of
the added molecular weight of the GST domain in the CBF B-GST fusion protein. (B and C) Plots of log(% bound at each time [relative to
t = 0] — % bound at ¢ = ») versus time (seconds) for the bovine CBF a protein-DNA complex (data from lanes 1 to 5) and bovine CBF a
plus CBF B p21.5-GST protein-DNA complex (data from lanes 6 to 10) (B) and for bovine CBF a and bovine CBF a+ protein-DNA

complexes from polypeptide band J (data from lanes 11 to 15) (C).

(38). We therefore favor the hypothesis that CBF « binds as
a monomer and that CBF B does not contact DNA directly.

CBF is a new member of a relatively small group of
transcription factor complexes shown to be composed of a
DNA-binding subunit(s) associated with a non-DNA-binding
subunit, in which the non-DNA-binding subunit increases
the affinity of the protein complex for the binding site.
Another member of this group is the transcription factor
AP-1, which consists of a DNA-binding subunit, Jun, in a
heteromeric complex with a Fos subunit (Fos-Fos ho-
modimers cannot bind DNA). DNA-binding Jun-Jun ho-
modimers dissociate from the DNA at a faster rate than do
Fos-Jun heterodimers (43). The DNA-binding domain of the
Fos-Jun heterodimer is contributed by both Fos and Jun, and
both proteins have been demonstrated to contact the DNA
directly (1). Jun-Jun homodimers and Jun-Fos heterodimers
make the same contacts on the DNA (as assayed by DNase
I footprinting) (1), although phasing analysis demonstrated
that Jun-Jun and Fos-Jun bend DNA in opposite directions
(31). We predict that the mode of DNA binding by CBF is
significantly different from that of Fos and Jun because we
believe that the association of CBF B to CBF a does not
involve a subunit exchange.

Another example of a protein complex consisting of DNA-
binding and non-DNA-binding subunits is the yeast tran-
scription factor complex HAP2/3/4. HAP2/3/4 consists of
three nonidentical subunits, all of which are required for

DNA binding and transcriptional activity (16, 41). The
DNA-binding component of the complex is believed to be
contributed by the HAP2 and HAP3 proteins, and the
transactivation function is provided predominantly by HAP4
(41). However, CBF a can bind DNA by itself, whereas no
detectable DNA binding of the DNA-binding subunits
HAP?2/3 occurs in the absence of HAP4 (16).

A third example of a transcription factor associated with a
non-DNA-binding subunit is the COUP (chicken ovalbumin
upstream promoter) protein, which is a member of the
steroid hormone receptor superfamily. The binding of COUP
to its recognition site is stabilized by the association of a
non-DNA-binding factor S300-II (58). Ethylation and meth-
ylation interference analysis detected no alterations in the
contacts made by COUP and COUP plus S300-II on the
DNA (58). S300-II was recently cloned and found to be
identical to the basal transcription factor TFIIB (23), raising
the possibility that CBF B could also be a general transcrip-
tion factor.

We sequenced five tryptic peptides from the bovine CBF
p24 and p19 proteins, only three of which are encoded by the
CBF B cDNA clones. One of the remaining peptides (peptide
2) is from the bovine homolog of a protein encoded by the
human AML1 proto-oncogene. We believe that the AMLI
gene encodes a DNA-binding o subunit of CBF. This hy-
pothesis stems from several observations. (i) The bovine
proteins renatured from gel slices had core-binding activity
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FIG. 9. Ethylation interference. (A) Ethylation interference of CBF on the top strand of the 3E3 site (45) from the TCRS enhancer. Lanes:
1, G+A chemical sequencing tract; 2, T+C; 3, CBF a protein-DNA complex from the mobility shift gel; 4, free DNA band from the CBF «
lane on the mobility shift gel; 5, free DNA; 6, CBF « plus CBF B p21.5-GST protein-DNA complex from the mobility shift gel; 7, free DNA
band from the CBF «-plus-CBF B p21.5-GST lane on the mobility shift gel; 8, free DNA. Vertical rectangles indicate the location of the core
site (TGTGGTT). (B) Ethylation interference of CBF on the bottom strand of the 3E3 site from the TCRS enhancer. Lanes correspond to
those in panel A. (C) Analysis of ethylation interference results. On the top are densitometric analyses of autoradiographs. The graphs show
traces of the autoradiographic densities of the region immediately surrounding the 3E3 site from the top and bottom strands of the probe, as
indicated. The top graphs compare the tracing of the CBF a protein-DNA complex (lanes 3 from panels A and B) with the tracing from the
free probe (lanes 5 from panels A and B). The bottom graphs compare the tracing from the CBF « protein-DNA complex (lanes 3 from panels
A and B) with the tracing from the CBF a~CBF B p21.5-GST protein-DNA complex (lanes 6 from panels A and B). The x coordinate is named
by the nucleotide whose 5’ phosphate is ethylated. A summary of the ethylation interference results is illustrated on the bottom. The
phosphate contacts are shown by arrows above and below the sequence.
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FIG. 10. Southern and Northern analyses. (A) Southern analy-
sis. Lanes: 1, uncut DNA; 2, BamHI-digested DNA; 3, EcoRI-
digested DNA; 4, HindIIl-digested DNA; 5, Pstl-digested DNA; 6,
Pvull-digested DNA; 7, Scal-digested DNA; 8, Xbal-digested
DNA; 9 to 11, 2, 5, and 10 copies of the 1.4-kb partial CBF 8 p21.5
c¢DNA clone (encompassing nucleotides 139 to 1463 of CBF B
p21.5). Molecular weight markers are shown on the left in kilobases.
(B) Northern analysis of Poly(A)* RNA hybridized with the 1.4-kb
insert from the partial CBF B p21.5 cDNA clone. The tissue source
of the mRNA is indicated above each lane. Molecular weight
markers are shown on the left in kilobases. Positions of the 3.1-,
2.8-, and 2.5-kb bands are noted. The gel at the bottom shows a
smaller region of the same blot probed for actin.
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and thus contained a DNA-binding a subunit. The DNA-
binding subunit must be present in the p24 and p19 bands in
a stoichiometric ratio of at least 1:10 relative to CBF B, since
the proteins eluted from the p24 and pl9 bands yielded an
equal distribution of a and a+p protein-DNA complexes,
and we know from other experiments that an approximately
10-fold molar excess of CBF B will drive 50% of the a
protein-DNA complexes into the a+p form. The molar ratio
of the AML1/runt homologous peptide 2 relative to peptides
1 and 3 from p24 was approximately 1:5, reasonably consis-
tent with the expected stoichiometric ratio. A tryptic peptide
from the mixture of proteins that migrated at 19 kDa had the
same retention time on the HPLC column as did peptide 2
from p24 and is thus also likely to be the same AMLI/runt
homologous peptide. The AMLI gene gives rise to multiply
spliced transcripts which could encode proteins of different
sizes (4, 12, 39). This could explain why the peptide encoded
by the AML1 gene might be present in proteins migrating at
two different molecular sizes (24 and 19 kDa). The observa-
tion that the p24 and p19 CBF B proteins were the predom-
inant proteins in the affinity-purified CBF preparation could
result from relatively few CBF B subunits being associated
with a much larger number of CBF a subunits, each of which
is present in the affinity-purified preparation in smaller
amounts. (ii) AML1 and CBF B remained associated through
multiple purification steps, including a core site affinity
column. This finding suggests that AML1 and the CBF
subunits are tightly associated, that the copurification of
CBF B and AMLI1 was not merely coincidental, and that
both proteins are part of the protein complex that binds the
core site. (iii) AML1 is 92% homologous to another core-
binding a subunit, the PEBP2 « subunit, through the 118-
amino-acid region that is also conserved between the human
AMLI- and the Drosophila runt-encoded proteins and con-
tains the peptide 2 sequence (25). PEBP2 was purified from
c-Harvey-ras-transformed mouse fibroblasts on the basis of
its ability to bind two core sequences in the polyomavirus
enhancer (TGTGGTTT and TGCGGTC) (29). As with CBF,
purified preparations of PEBP2 were shown to contain
multiple polypeptides consisting of DNA-binding a subunits
and non-DNA-binding B subunits (25, 29). The PEBP2 B
subunits are identical to CBF B (25).

Since the AML1/runt homologous peptide 2 is from a
bovine protein and the AMLI and PEBP2 o cDNA clones
were isolated from human and mouse cells, respectively,
there was some question of whether peptide 2 is derived
from the bovine homolog of AML1 or PEBP2 «. We PCR
amplified and sequenced a 220-bp sequence from mouse
thymus cDNA, using degenerate primers chosen from within
the 118-aa region that is conserved in the Drosophila runt
and human AML1 proteins (data not shown). The PCR-
amplified sequence from mouse cDNA encodes 75 aa that
are 100% identical to the human AMLI1 protein and are
therefore 100% homologous to the bovine peptide 2 se-
quence. Mouse PEBP2 «, on the other hand, contains two
conservative amino acid substitutions within the 23-aa pep-
tide 2 sequence (25). Since we were able to identify a mouse
AML I homolog that is 100% identical to human AMLI in the
region encompassed by peptide 2, we believe that peptide 2
is derived from the bovine homolog of AMLI. While this
report was under -review, Bae et al. (4) published the
nucleotide sequence of a cDNA derived from the murine
homolog of human AMLI and claim that it is encoded by a
gene distinct from murine PEBP2a.. We predict that at least
one of the proteins encoded by the AMLI gene will bind the
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core site and will therefore represent one of the DNA-
binding o subunits of CBF.

CBF B mRNA was detected in a broad range of mouse
tissues, although levels were somewhat higher in thymus. In
contrast, only nuclear extracts prepared from thymus and
spleen contained core-binding activity (56, 59). Lung nuclear
extracts, for example, which contain relatively high levels of
CBF g mRNA, had no demonstrable core-binding activity.
The tissue distribution of core-binding activity, however, is
presumably determined by the expression of both the CBF «
and B subunits. PEBP2 a is highly expressed in thymus (25).
The tissue distribution of AMLI was reported to be widely
expressed (4, 39). The fact that CBF B is expressed in tissues
other than thymus and spleen also raises the possibility that
CBF B has other interaction partners besides PEBP2 a and
AMLI.
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ADDENDUM IN PROOF

While this article was being revised, we learned that the
work cited in reference 25 will be described elsewhere (E.
Ogawa, M. Inuzuka, M. Maruyama, M. Satake, M. Naito-
Fujimoto, Y. Ito, and K. Shigesada, Virology, in press; E.
Ogawa, M. Maruyama, H. Kagoshima, M. Inuzuka, J. Lu,
M. Satake, K. Shigesada, and Y. Ito, Proc. Natl. Acad. Sci.
USA, in press).
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