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The NF-KB1 subunit of the transcription factor NF-KB is derived by proteolytic cleavage from the N terminus
of a 105-kDa precursor protein. The C terminus of p1O5NF-KBI, like those of IKB proteins, contains
ankyrin-related repeats that inhibit DNA binding and nuclear localization of the precursor and confer IKB-like
properties upon p1O5NF-KB1. Here we report the characterization of two novel NF-KB1 precursor isoforms,
p84NF-KB1 and p98NF-KBI, that arise by alternate splicing within the C-terminal coding region of murine
njkbl. p98NF-KB1, which lacks the 111 C-terminal amino acids (aa) of p1O5NF-KBl, has a novel 35-aa C
terminus encoded by an alternate reading frame of the gene. p84NF-KB1 lacks the C-terminal 190 aa of
p1O5NF-KB1, including part of ankyrin repeat 7. RNA and protein analyses indicated that the expression of
p84NF-KB1 and p98NF-KB1 is restricted to certain tissues and that the phorbol myristate acetate-mediated
induction of p84NF-KB1 and p1O5NF-KB1 differs in a cell-type-specific manner. Both p84NF-KB1 and
p98NF-KB1 are found in the nuclei of transfected cells. Transient transfection analysis revealed that
p98NF-KB1, but not p1O5NF-KBl or p84NF-KBI, acts as a transactivator of NF-KB-regulated gene expression
and that this is dependent on sequences in the Rel homology domain required for DNA binding and on the
novel 35 C-terminal aa of this isoform. In contrast to previous findings, which indicated that p1O5NF-KB1 does
not bind DNA, all of the NF-KB1 precursors were found to specifically bind with low alfinity to a highly
restricted set of NF-KB sites in vitro, thereby raising the possibility that certain of the NF-.cBl precursor

isoforms may directly modulate gene expression.

The NF-KB-like transcription factors comprise a group of
homodimeric and heterodimeric proteins, all the subunits of
which are encoded by a small multigene family related to the
v-rel oncogene (1, 6, 17, 38). The best characterized of these
factors, NF-KB, comprises a heterodimer of 50-kDa (p5O) and
65-kDa (p65) proteins. NF-KB binds to decameric sequences
conforming to the motif GGGARNNYYCC (KB site) found
within the promoters and enhancers of viral genes and cellular
genes (1, 26). In most cell types, NF-KB-like proteins are found
in the cytoplasm in a non-DNA-binding form, associated with
a family of regulatory proteins termed inhibitors (IKBs) (1, 6,
17). The cytoplasmic form of NF-KB is activated by a wide
range of extracellular signals which lead to the phosphorylation
of IKB (15, 27) and its dissociation from NF-KB and subse-
quent degradation (10, 21), thereby allowing NF-KB to be
translocated to the nucleus.

In mammals, five different genes encoding proteins homol-
ogous to the v-rel oncoprotein have been identified. p65
(RelA), RelB, p52/plOO(NF-KB2), p50/p105(NF-KB1), and the
product of the c-rel proto-oncogene all share a highly con-

served domain of approximately 300 amino acids termed the
Rel homology domain that is located in the amino-terminal
halves of these proteins. The Rel homology domain contains
sequences important for DNA binding, protein dimerization,
and nuclear localization (1, 6, 17, 38). Rel-related proteins can

be divided into two groups. The c-rel protein, p65, and RelB
each have divergent carboxyl-terminal halves to which tran-
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scriptional transactivating domains have been assigned (6, 11,
12, 38, 41, 43, 46).
By contrast, the p52 and p5O subunits, which consist largely

of the Rel homology domain, are derived from the amino
termini of larger precursor proteins, p100 and p105, respec-
tively, by proteolytic cleavage (7, 13, 16, 25, 31, 36, 45). The
carboxyl termini of both precursors, which are rapidly de-
graded after proteolytic cleavage (13, 31), contain seven re-

peated domains, each consisting of 34 to 40 amino acids, that
are related to motifs found in the erythrocyte cytoskeletal
protein ankyrin and a number of proteins involved in transcrip-
tion, cell cycle control, and differentiation (6, 38).
The characterization of several different inhibitors has re-

vealed that these proteins also contain six or seven ankyrin-like
repeats related to those found in the C termini of p100 and
p105, which in the case of IKBat and bcl-3 are essential for
inhibiting DNA binding of NF-KB complexes (8, 24) and in the
case of IKBoa are essential for preventing nuclear translocation
of NF-KB (3). The role of the ankyrin repeats in IKB proteins
is consistent with the observation that the carboxyl-terminal
halves of p100 and p105 both appear to inhibit the ability of the
precursors to bind DNA in vitro and restrict the precursors to
the cytoplasm (16, 22, 25). Furthermore, p100 and p105 can

also act as cytoplasmic inhibitors of p5O, p65, and c-rel (31, 40).
Murine nfkbl, in apparent contrast to the human homolog,
also encodes a 70-kDa inhibitor, termed IKB-y. This cytoplas-
mic protein, which corresponds to the carboxyl-terminal 607
amino acids of murine p105, is encoded by a 2.6-kb mRNA that
is expressed in a wide range of tissues (14, 23, 28). We have
recently identified isoforms of IKB-y generated by alternate
RNA splicing of murine nfkbl (19). Initial characterization of
this RNA splicing revealed that these splices are also found
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within the transcripts encoding the p50 precursor (19). Here
we describe the functional properties of these p50 precursor
isoforms and find that in contrast to p105, which is a cytoplas-
mic protein, certain isoforms are found in the nucleus. More-
over, one isoform is able to transactivate KB-regulated gene

expression. The mechanism by which this transactivation oc-
curs is examined, and the impact of these findings for gene
regulation by NF-KB-like proteins is discussed.

MATERIALS AND METHODS

Cell culture. All cell lines with the exception of lymphoid
cells were grown in Dulbecco's modified Eagle's medium
(DMEM) containing 10% fetal calf serum (FCS) (Flow Labs).
Murine B-cell lines and the murine T-cell line AT2.5 were

grown in RPMI 1640-10% FCS-50 puM 2-mercaptoethanol
(2-ME). The T-cell line p41.1 was grown in a solution contain-
ing RPMI 1640, 10% FCS, 50 puM 2-ME, and 10 U of
interleukin 2 per ml. Confluent 10-cm-diameter dishes of
short-term-passage NIH 3T3 fibroblasts were starved of serum
for 24 h prior to stimulation with either 20% FCS or phorbol
myristate acetate (PMA) (75 ng/ml). Concanavalin A (5 pug/ml)
and 12-O-tetradecanoylphorbol-13-acetate (TPA) (75 ng/ml)
stimulation of the T-cell line p41.1 was done in RPMI
1640-1% FCS-50 puM 2-ME.
RNase protection mapping. Ten-microgram samples of total

cytoplasmic RNA isolated from murine cell lines and the
organs of BALB/c mice (spleen and thymus RNA) or mice
deficient for the RAGI product (heart, lung, liver, brain, and
testis RNA) (33) were hybridized to a 285-nucleotide [a-32P]
UTP-labeled antisense RNA probe encompassing nucleotides
2593 to 2878 of the murine p105 mRNA (16, 19). RNase A and
RNase T, digestions were performed as described previously
(4, 19), and the products were analyzed on 5% acrylamide-8 M
urea gels.
cDNA cloning and nucleotide sequencing. XgtlO and XZA

PII (Stratagene, San Diego, Calif.) cDNA libraries generated
from various murine B-cell lines were screened with a 32p_
labeled 285-bp KpnI fragment derived from the coding region
of murine nfkbl (16, 19). All cDNA clones that demonstrated
differences within the 285-bp KpnI fragment were sequenced
by using the dideoxynucleotide chain termination reaction.
PCR. One-microgram samples of total cytoplasmic RNA

isolated from various murine B-cell lines and mouse organs

were used as templates for cDNA synthesis and PCR amplifi-
cation as described previously (14, 19). The 5' oligonucleotide
primers a and b distinguished the 4.0- and 2.6-kb mRNAs
encoding the p50 precursor and IKB-y isoforms, respectively
(14, 19), while 3' primers specific for the spliced transcripts
(primer c, 5'-CCCGGAG1TCATCTCATAGT7FGTC-3', for
splice 1 and primer d, 5'-CCTICATGTCCCCTGCCAGTT
GGC-3', for splice 2) spanned the splice junctions (19).
Plasmid constructs. cDNAs for p105, p98, and p84 were

inserted into pBSKII (Stratagene) and the eukaryotic expres-

sion vector pCDNA-1 (Invitrogen). The coding regions of
p105, p98, and p84 were also cloned into the eukaryotic
expression vector PSTCO11 (47), such that the initiation
codons of the precursor isoforms were in frame with a 9-ami-
no-acid epitope tag (YPYDVPDYA) from influenza virus
hemagglutinin HAL. The p98 precursor isoform lacking se-

quences necessary for DNA binding (amino acids 11 to 200 of
p105 [29]) was cloned into pBSKII and pCDNA-1 and referred
to as p98AN. A 2,590-bp FspI-BsaI fragment encoding amino
acids 1 to 861 of the p105 protein was also cloned into
pCDNA-1 and PSTCO11, and it is referred to as p98AC.
Eukaryotic expression vectors encoding murine p50, p65,

p75c-rel, and the p5O-p65 chimeric protein have been described
previously (14, 19, 20, 42).

Antisera and immunoprecipitations. Antibodies directed
against the precursor isoforms were prepared by immunizing
rabbits with keyhole limpet hemocyanin-conjugated synthetic
peptides corresponding to amino acids 1 to 17 of murine p105
(MADDDPYGTGQMFHLNT [N1]), amino acids 445 to 471
of p105 (AKSDDEESLTLPEKETEGEGPSLPMAC [70.2]),
the unique C-terminal 35 amino acids of both p98 and IKBy-1
(MNSGIVTASVTVVWRHPSANSALQSLLLGTAH CYL
[SP-1]), and amino acids 794 to 808 of p105 (TSDDILPQGD
MKQLT [P3]). Peptide-specific antibodies were affinity puri-
fied on peptide-coupled Affi-Gel columns (Pharmacia). Immu-
noprecipitations from lysates of metabolically labeled cells
were performed as described previously (19).

Pulse-chase labeling. Approximately 105 COS cells seeded
on 30-mm-diameter tissue culture plates were transfected with
expression vectors encoding the precursor isoforms containing
the N-terminal hemagglutinin epitope tag (20). At 48 h post-
transfection, cells were pulsed with 0.1 mCi of [35S]methionine
and processed for immunoprecipitation with the monoclonal
antibody 12CA5 (49), which recognizes the hemagglutinin tag
(Babco, Emeryville, Calif.), as described previously (13).

Transfections and chloramphenicol acetyltransferase as-
says. cDNAs encoding p105, p98, p84, and versions of p98
lacking the DNA binding domain or the unique C terminus
were inserted into pcDNA1. The reporter construct consisted
of four copies of KB3, the NF-KB binding site from the murine
c-rel promoter (20), inserted upstream of the TK promoter in
pBLCAT2 (30). Expression vectors for various NF-KB subunits
(14, 19, 20) were transfected with a threefold molar excess of
the precursor plasmids. Transient transfection of the Jurkat
T-cell line was performed by a modification of the DEAE-
dextran technique (48). At approximately 48 h after transfec-
tion, cells were harvested and extracts were prepared as
described previously (20). Extracts from all transfections were
standardized for protein content, and chloramphenicol acetyl-
transferase assays were performed with 15 ,ug of protein.
Extracts were subjected to thin layer-chromatography and then
exposed for autoradiography. The fraction of acetylated chlor-
amphenicol was determined by Phosphorlmager analysis (Mo-
lecular Dynamics) and expressed as a percentage of the total
"'C-labeled chloramphenicol. Each series of transfections was
performed three to five times, with a maximum of approxi-
mately 15% variance observed among replicate experiments.

Immunofluorescence. Approximately 2 X 104 COS cells seeded
onto chamber slides (Nunc) were transiently transfected (18)
with expression vectors encoding versions of p105, p98, and
p84 which had an N-terminal HA1 epitope tag. At 72 h
posttransfection, cells were fixed and then incubated with
either the monoclonal antibody 12CA5 or SP-1 antibodies
(p98), and then they were stained with fluorescein isothiocya-
nate-conjugated affinity-purified sheep anti-mouse F(ab)2 frag-
ment (Silenus).

In vitro transcription and translation of the precursor
isoforms. cDNAs for p105, p98, and p84 inserted into pBSKII
were transcribed from linearized DNA templates by using T7
RNA polymerase (14), and equivalent amounts of RNA were
translated in wheat germ extract (Promega).
EMSAs and UV cross-linking. The conditions used for

electrophoretic mobility shift assays (EMSAs) were a modifi-
cation of those described previously (20). Gel-purified 32p_
labeled oligonucleotides containing an NF-KB binding site
from the mouse K light-chain enhancer (KBE, 5'-GGGACT
TCC-3'), the c-rel promoter (KB1, 5'-GGGATJIXlCTC-3'; KB3,
5'-GGGAAATCCC-3'; or KB3m, 5'-GGGAAATGAAT-3', a
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FIG. 1. Alternate RNA splicing within murine nfcbl. The nucle-
otide and predicted amino acid sequences of cDNA clones for splices
1 and 2 are compared with the corresponding genomic sequence of
murine njkbl. The genomic sequences corresponding to exons in splice
1 and splice 2 transcripts are represented by the boxed uppercase
letters. Lowercase letters correspond to intronic sequences. The
predicted amino acid sequences of the spliced products are indicated
beneath the genomic sequences. The amino acid numbering is based
on the sequence determined by Ghosh et al. (16). The single letter
amino acid code is as follows: A, Ala; R, Arg; N, Asn; D, Asp; C, Cys;
E, Glu; Q, Gln; G, Gly; H, His; I, Ile; L, Leu; K, Lys; M, Met; P, Pro;
S, Ser; T, Thr; W, Trp; Y, Tyr; V, Val.

mutant version of KB3), the human immunodeficiency virus
long terminal repeat (KBHIV, TGGGGACTTlCCA), the
murine major histocompatibility complex enhancer (KBMHC,
TGGGGATTCCCCA), or the human interleukin 2 promoter
(KBIL2, 5'-GGGATJlFICACC-3') were used as probes in the
DNA binding reactions. One- to two-microliter samples of the
precursor translation mixtures were preincubated on ice for 30
min and then incubated for a further 20 min at room temper-
ature upon the addition of probe. For competition experi-
ments, nonradiolabeled DNA was incubated with extract for 10
to 15 min on ice before the addition of probe. When antibodies
specific for Oct2 (50), the N terminus (Ni) and C-terminal
region (P3) of p105, or the unique C terminus of p98 (SP-1)
were used in gel shift assays, translate and poly(dI-dC) were
incubated on ice for 10 min, antibody was then added, and the
incubation on ice continued for 1 h before the addition of
probe. The incubation was continued for 20 min at room
temperature, and then 2 pAl of dye containing Ficoll was added,
after which reaction mixtures were loaded on 5% nondenatur-
ing polyacrylamide gels and run at 150 V for 40 min. After
being dried, gels were exposed overnight to Kodak XAR5 films
at -700C with an intensifying screen.
The cross-linking method was adapted from that described

by Ballard et al. (2). The palindromic oligonucleotide 5'-GTA
AGCAGCGGGAAATCCCCCCCCCTC-3', corresponding to the
KB3 site in the c-rel promoter, was annealed to the comple-
mentary 10-mer (5'-GAGGGGGGGG-3') and filled in with
the Klenow fragment of DNA polymerase 1 in the presence of
10 mM Tris-Cl (pH 7.4), 6 mM MgCl2, 50 mM NaCl, 6 mM
2-ME, 0.2 mg of gelatin per ml, 20 pLM bromodeoxyuridine
triphosphate, 20 ptM (each) dATP and dGTP, and 100 jiCi
each of [a-32P]dATP and [a-32P]dCTP. The labeled probes
were gel purified, and approximately 106 cpm was incubated
with 4 to 6 Al of precursor isoform translate in a standard
EMSA reaction (see above). Precursor translate-DNA com-
plexes were electrophoresed as for a standard EMSA reaction,
and gels covered with plastic wrap were irradiated directly at
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FIG. 2. Transcripts containing splice 2 are expressed in a wide
variety of murine tissues and cell lines. (A) nfkbl expression in various
murine organs. Ten-microgram samples of total cytoplasmic RNA
were hybridized to the 285-nucleotide p105 probe and the 150-
nucleotide rat GAPDH probe, digested with RNase A and T1, and
then fractionated on 5% acrylamide-urea gels. The gel was exposed
for 24 h to autoradiography at -70'C. Spleen and thymus RNA was
isolated from BALB/c mice, while brain, heart, lung, testis, kidney, and
liver RNA was isolated from mice deficient for the Ragl gene (33). As
the probe described here would yield a product only 4 nucleotides
shorter than the predicted size of transcripts corresponding to splice 1,
the product of splice 1 would not be identified in Fig. 2A. The p105 and
GAPDH probes only and hybridization of these probes to yeast tRNA
(negative control) are shown. The major RNase protection products
(285 and 190 nucleotides for plo5; 150 nucleotides for GAPDH) are
indicated. The gel was subjected to 48 h of autoradiography. (B) nfkbl
expression in murine cell lines. Ten-microgram samples of total cytoplas-
mic RNA were isolated from the following cell lines: 38B9, 70Z/3, and
PD31, pre-B-cell lymphomas; W231, W279, 2PK3, iBral, and 3Mes3,
B-cell lymphomas; MPC11, S107, and P3, plasmacytomas; FN4 and J2E,
erythroid leukemias; L cells and EMT6, fibroblasts; W3B, myeloid
leukemia cells; and B16, a melanoma cell line; they were then subjected to
RNase protection analysis with the 285-nucleotide p105 probe and the
150-nucleotide GAPDH probe. The gel was subjected to 48 h of autora-
diography. (C) Transcripts encoding splice 2 are induced in PMA-
stimulated 3T3 fibroblasts but not in T cells. Five-microgram samples of
total cytoplasmic RNA isolated from serum-starved 3T3 fibroblasts or the
T-cell line p41.1 at the indicated time points after the addition of TPA
were subjected to RNase protection mapping. The gels were exposed for
48 h to autoradiography at -700C.
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FIG. 3. Splices 1 and 2 are in both the 4.0- and 2.6-kb mRNA populations encoding the p5O precursors and IKBy, respectively. (A) Strategy
for detecting the 4.0- and 2.6-kb mRNAs containing splices 1 and 2. The closed box corresponds to the p50 precursor Rel homology domain, the
open area represents the C-terminal half of the plO5-p70IKB-y coding region, and the vertical bars correspond to the ankyrin repeats. The locations
and sizes of the coding sequences spliced out of p105 or p70IKBy are indicated by the broken lines. The 5' primers a and b, specific for the 4.0-
and 2.6-kb transcripts, respectively, have been described previously (14, 19). Primers c and d spanned the splice junctions of splices 1 and 2,
respectively. The predicted sizes of PCR products for isoforms 1 and 2 derived from either the 4.0- or the 2.6-kb mRNA population are shown
between the primers. (B) Transcripts (4.0 and 2.6 kb) containing splices 1 and 2 are differentially expressed in murine organs. One-microgram
samples of total cytoplasmic RNA isolated from various B-cell lines (left panels) or from the organs of Ragl-deficient mice (with the exception
of spleen and thymus RNA, which was from BALB/c mice) (right panels) were reverse transcribed and then subjected to PCR with 5' primers
specific for the 4.0- and 2.6-kb transcripts in combination with 3' primers specific for splices 1 and 2. The sizes of the PCR products fractionated
on 0.8% agarose gels were determined by comparison with HindIII-cleaved lambda DNA and HaeIII-cleaved 4X174 DNA (lanes 1). No-cDNA
controls are shown in lanes 2 and 11. Lanes 3 through 10 show the PCR products for p5O precursor transcripts encoding splices 1 and 2, while the
PCR products for the transcripts encoding the IKB-y isoforms are shown in lanes 12 through 19.

302 nm on a UV transilluminator for 1 h. The gels were then
exposed to X-ray film, and the NF-KB complexes were local-
ized. Upper complex a was eluted from gel slices into 0.5 ml of
radioimmunoprecipitation assay buffer and incubated with N1
antiserum for 2 h on ice. Immunocomplexes were precipitated
with protein A-Sepharose, and the DNA-protein adducts were
resolved by sodium dodecyl sulfate (SDS)-polyacrylamide gel
electrophoresis. The gels were dried and exposed to X-ray film.

RESULTS

Alternate splicing of murine nflbl generates p50 precursor
and IKBy isoforms. During the characterization of cDNA
clones representing the 4.0- and 2.6-kb transcripts encoded by
murine nfkbl, clones with deletions in the p105 C-terminal
coding region (19) were isolated. In Fig. 1, the nucleotide
sequences of two cDNA clones that encode putative proteins
with changes C-terminal to ankyrin repeat 7 are compared with
the corresponding genomic sequences of murine nfcbl. For
one clone (splice 1), a deletion of 178 nucleotides correspond-
ing to amino acids 861 to 918 of p105 introduced a reading
frame shift (from amino acid 919 of p105), thereby generating
a protein with a novel C-terminal domain of 35 amino acids. In
the other clone (splice 2), the loss of 67 nucleotides corre-
sponding to amino acids 780 to 802 created a frameshift that
leads to the generation of a protein lacking the C-terminal 190
amino acids of p105.
RNase protection analysis was performed on RNA isolated

from mouse tissues and cell lines by using a 285-nucleotide
cDNA probe that spanned the region deleted in the splice 2
clone. This probe should yield a 190-nucleotide RNA product
corresponding to splice 2. It should be noted that it was not
possible to resolve the products of RNA splicing correspond-
ing to splice 1 from the full-length 285-nucleotide product. A

survey of mouse organs (Fig. 2A) revealed, in addition to the
285-nucleotide fragment, a smaller band of 190 nucleotides in
thymus, testis, lung, and spleen tissue (very faint). The absence
of RNase protection products from brain, heart, and kidney
tissue was due to a low level of p105 expression in these tissues
(18a). In murine cell lines (Fig. 2B), the 190-nucleotide
product was seen in pre-B (38B9 and PD31), B (W231 and
W279), and erythroid (FN4) cells but not in plasmacytomas
(2PK3, S107, MPC11, and P3), L cells, or melanoma cell lines
(B16 and EMT6). Other minor bands were also reproducibly
observed in lBral, a B-cell tumor, and W3B, a myelomono-
cytic leukemia. Both the 285- and 190-nucleotide RNase
protection products were inducible in quiescent NIH 3T3
fibroblasts treated with the phorbol ester TPA (Fig. 2C). The
190-nucleotide RNase protection product was also induced in
serum-stimulated fibroblasts (18a). By contrast, in T cells, TPA
induced the 285- but not the 190-nucleotide product (Fig. 2C).
The inability to induce the 190-nucleotide product in T cells
was not due to limited sensitivity of the RNase protections, as
it could not be detected by PCR (18a). Since only the 4.0-kb
transcript is detected by Northern (RNA) blot analysis of
mRNA from TPA-stimulated 3T3 fibroblasts (13a), the alter-
nately spliced transcript arises from the 4.0-kb mRNA in these
cells.
A PCR assay schematically outlined in Fig. 3A was used to

survey expression of splices 1 and 2 in the 4.0- and 2.6-kb
mRNA populations from various tissues and cell lines (Fig.
3B). The different transcripts were identified by using 5'
primers unique for the 4.0- and 2.6-kb mRNAs, in conjunction
with 3' primers that spanned the junctions of splices 1 and 2.
Consistent with results of previous studies (14, 16, 19, 23)
showing that transcripts encoding p105 and p7OIKB-y are
expressed in all murine tissues and in a majority of lymphoid
cell lines, the B-cell lines analyzed (Fig. 3B), which represented
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different stages of differentiation, all expressed the full-length
4.0- and 2.6-kb transcripts (18a). While splices 1 and 2 were
present in both the 4.0- and 2.6-kb mRNA populations and
were expressed in most of these B-cell lines, the spliced
isoforms displayed differential expression in mouse tissues.
The precursor isoform generated by splice 1 was expressed in
a number of organs (heart, lung, spleen, thymus, kidney, and
testis RNA), while the precursor isoform resulting from splice
2 was found in spleen, thymus, lung, and testis RNA. Although
the pattern of precursor isoform 2 expression in these organs
that was revealed by PCR is consistent with the distribution of
the 190-nucleotide RNase protection product (Fig. 2A), it is
not possible to quantitatively compare the level of the 190-
nucleotide RNase protection product and that of the precursor
isoform 2 PCR product. The IKB-y isoforms arising from splices
1 and 2 were also found in spleen, thymus, lung, and kidney
tissue. The distribution of IKB-y isoforms 1 and 2 is restricted
compared with that of p7OIKBy, which is ubiquitous (14).

Previously we have shown that the p5O precursor and IKB-y
proteins encoded by splice 1 transcripts have molecular masses
of 98 and 63 kDa, respectively, whereas the precursor and
IKBy isoforms encoded by splice 2 have molecular masses of 84
and 55 kDa, respectively (19). Figure 4 shows constitutive and
induced precursor isoform expression in a variety of cell types.
Both p105 and p84 were specifically immunoprecipitated in
serum-stimulated (Fig. 4A, lanes 2 through 4) or PMA-
stimulated (lanes S through 7) 3T3 fibroblasts, whereas only
p105 was expressed in PMA-treated cells of the T-cell line
AT2.5 (Fig. 4A, lanes 8 through 10). The absence of IKBy
isoforms in the 3T3 fibroblasts is consistent with previous
findings (23). By using antibodies (SP-1) raised against the
unique C-terminal epitope generated by splice 1, the p5O
precursor (p98) and IKBy (IKB-y-1 or p63) isoforms were
detected in murine pre-B (70Z/3)-, B (129)-, and T (p41.1)-cell
lines (Fig. 4B). The combined RNase protection, PCR, and
immunoprecipitation analysis shows that alternate splicing of
murine nfkbl generates p5O precursor and IKBy isoforms. The
rest of this paper will focus on the p5O precursor isoforms.
p5O precursor isoforms p98 and p84 are found in the nuclei

of transfected cells. To determine the subcellular localization
of p98 and p84, expression vectors encoding versions of p105
and precursor isoforms 1 and 2 tagged at the amino terminus
with an epitope from influenza virus hemagglutinin (49) were
transiently transfected into COS cells and then examined by
immunofluorescence with antibodies specific for this epitope.
While p105 localized to the cytoplasm (Fig. 5B), a finding
consistent with those of previous studies (5, 22, 40), p98 and
p84 were found in the cytoplasm and nucleus; p98 displayed
equivalent staining in both compartments (Fig. 5C), whereas
p84 was predominantly nuclear (Fig. 5D). To ensure that the
nuclear p84 and p98 fluorescence was not due to the hemag-
glutinin tag or to processing of these precursors, generating a
p50-like protein, the pattern of immunofluorescence was con-
firmed by using peptide-specific antibodies directed to epitopes
in the C termini of the precursors. A representative example of
these experiments is shown in Fig. SE, in which p98 displays
the cytoplasmic and nuclear staining pattern expected when
antibodies (SP-1) specific for the unique C-terminal domain
are used.
The p98 isoform is a transactivator of NF-KcB-regulated

reporters. As both p84 and p98 localize to the nuclei of
transfected cells, we chose to determine if these p5O precursor
isoforms can modulate transactivation of an NF-KB-regulated
reporter in the Jurkat T-cell line. The results of these experi-
ments are summarized in Fig. 6. While p105 and p84 did not
transactivate (lanes 2 and 3), p98 alone promoted expression of
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FIG. 4. Detection of the p5O precursor isoforms in metabolically
labeled cells. (A) p105 and p84, the p5O precursors encoded by splice
2, are expressed in mitogenically stimulated fibroblasts. [35S]methi-
onine-labeled serum-stimulated (lanes 1 through 3) or PMA-stimu-
lated (lanes 4 and 5) NIH 3T3 fibroblasts and PMA-stimulated AT2.5
T cells (lanes 6 through 8) were incubated with preimmune serum
(lanes 1 and 6) or with 70.2 antiserum in the absence (-; lanes 2, 4, and
7) or presence (+; lanes 3, 5, and 8) of 70.2 peptide. The p105 and p84
precursors are indicated, while p98 could only be detected after
prolonged autoradiography (data not shown). This exposure repre-
sents 24 h of autoradiography. The molecular masses (in kilodaltons)
of protein standards are indicated on the left. (B) Detection of p5O
precursor and IKB-y isoforms generated by splice 1 by using SP-1
antibodies specific for the unique C-terminal epitope. Metabolically
labeled lysates from 38B9 (lanes 1 through 3), 129B (lanes 4 through
6), and p41.1 (lanes 7 through 9) cells were precipitated with preim-
mune serum (lanes 1, 4, and 7) or SP-1 antibodies in the absence (-;
lanes 2, 5, and 8) or presence (+; lanes 3, 6, and 9) of SP-1 peptide.
The p98 precursor and p63IKB-y isoform are indicated. Gels were

exposed for 48 h to autoradiography at -70°C.

the reporter approximately eightfold above the background
(lane 4). This transactivation was NF-KB site dependent (18a).

Since all of the p5O precursor isoforms can dimerize with
p5O, p65, and the c-rel protein (18a), we decided to assess the
ability of the precursors to inhibit or enhance transcription
mediated by different Rel or NF-KB subunits. This was tested
by cotransfecting p105, p84, and p98 expression vectors and the
reporter plasmid with vectors encoding various NF-KB sub-
units. p5O had no effect on the transactivating properties of
p105 and p84 (Fig. 6, lanes 6 and 7, respectively), but it
enhanced p98 transactivation approximately twofold (lane 8).
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FIG. 5. p50 precursor isoforms display different subcellular localization. COS cells transiently transfected with expression vectors for p105 and
the p5O precursor isoforms p98 and p84 were fixed and stained as described in Materials and Methods. The panels correspond to COS cells
transfected with the expression vectors pSCT (A) (47), pSTCp1O5 (B), pSTCp98 (C), and pSTCp84 (D) and stained with 12CA5 antibodies and
to COS cells transfected with pSTCp98 and stained with SP-1 antibodies (E).

While p84 reduced transactivation by the chimeric p5O-p65
protein approximately threefold (compare lanes 5 and 7), a

finding consistent with the p5O precursor behaving as an IKB,
p105 was only weakly inhibitory (lane 6). By contrast, p98 and
p5O-p65 cotransactivation (lane 8) was significantly greater
than the additive transactivation by p5O-p65 and p98 alone. p65
transactivation, like pSO-p65 transactivation, was not signifi-
cantly affected by p105 (lane 10), and it was only weakly
inhibited by p84 (lane 11). However, p65 also synergized with
p98 to enhance NF-KB site-dependent transcription (lane 12).
Finally, p75c"re-mediated transactivation, while not inhibited
by p105 or p84 (lanes 14 and 15, respectively), was not
enhanced by p98 (lane 16). The same results were obtained
when these transfection experiments were repeated with
NTera-2 cells, which have little or no endogenous NF-KB
activity (10). To gain insight into the mechanism of p98-
mediated transactivation, the properties of several p98 mutants
were analyzed. While a mutation shown to affect p50 DNA
binding (29) ablated p98 transactivation (lane 21), another
mutant, p98AC, which is equivalent to p98 without the unique
35-amino-acid C terminus, is at best a weak transactivator
(lane 22).
The p50 precursor isoforms bind DNA in vitro. Although

previous studies indicate that the murine and human forms of
p105 (16, 25) do not bind KB sites in vitro, the dependence of
p98-mediated transactivation on sequences required for p5O

DNA binding prompted a reinvestigation of the DNA binding
properties of p105, p98, and p84 by using electrophoretic
mobility gel shift assays.

Analysis by SDS-polyacrylamide gel electrophoresis of a
typical set of precursor translates used for gel shifts showed
that in addition to the full-length precursor isoforms, there
were also proteins with lower molecular weights (Fig. 7A). This
is a common observation for in vitro translates (16, 36, 39, 45),
and it probably represents premature translation termination,
translation initiation at internal methionine residues, or pro-
teolytic cleavage.
To assess the DNA binding capacity of the p5O precursors, a

panel of NF-KB binding sites were first tested for the ability to
bind p98. These results, shown in Fig. 7B, indicate that an
upper complex designated complex a and a lower, more diffuse
complex, complex b, bound to KB3, an NF-KB binding site in
the murine c-rel promoter (20). Complex a bound weakly to
KB1, another NF-KB site in the c-rel promoter (20), and to the
KB site in the human immunodeficiency virus long terminal
repeat, but there was no detectable binding of complex a to the
NF-KB sites in the immunoglobulin light-chain enhancer, the
major histocompatibility complex class I enhancer, or the
human interleukin 2 promoter. Because of the ability of KB3 to
bind both complex a and complex b strongly, all subsequent
binding experiments were done with this probe. Studies of the
binding of p105, p84, and p98 translates to KB3 are shown in
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tions were done in Jurkat cells by using 0.5 ji
KB3pBLCAT2 (20). Equivalent results were
embryonal carcinoma cells (18a). Crosshatcl
fections done in the absence of the p5O precut
that are open, bars with vertical lines, ai
correspond to transfections in which express
Rel/NF-KB subunits were cotransfected wit
p105, p84, and p98, respectively. Lane 1, KB3
through 4, modulation of endogenous NF
precursor isoforms; lanes 5 through 8, cotrai
with p5O; lanes 9 through 12, cotransfection
with chimeric pSO-p65; lanes 13 through 1
precursor isoforms with p65; and lanes 17 thr(
p5O precursor isoforms with c-rel. Lanes 2
transfections of the p98 mutants p98AN ani
tively. Each set of experiments was done si
maximum variance of 15%. The masses c
plasmids transfected into the cells were as fc
p65, 0.5 ,ug; p75C`d, 1 jig; and plO5, p84, an

13141516 1 a19o2022 binding of complex a from p105 and p98 but not from p84
ETTT1 FTT1[§~ fl||translates. Neither the SP-1 nor the P3 antibodies affected

complex b binding in any translate. Antibodies specific for
Oct2 (50), as expected, did not affect complex a or b (lanes 18
through 20). The ability of certain antibodies, but not others, to
differentially inhibit DNA binding of complexes a and b from
different precursor translates is consistent with complex a
containing the p50 precursor isoforms and complex b corre-
sponding to a p5O homodimer-like complex. To determine if
complex a comprised a homodimer of the precursor isoforms,
this complex from p98 translates was cross-linked to KB3 and
immunoprecipitated with N1 antibodies (Fig. 7E). The pro-
tein-DNA adducts with molecular masses of 110 and 60 kDa
were of sizes consistent with the theory that the complex
comprised p98 and p5O-like subunits. The use of SP-1 antibod-
ies confirmed that the 110-kDa adduct was p98, and immuno-
precipitation of cross-linked complex a from p105 and p84
translates showed that these forms of this complex were also
heterodimers of the precursor and p50-like subunits (18a). The
presence of p50-like subunits in complexes a and b is most

++++--likely due to proteolytic cleavage of the precursor in the wheat
+++++ germ extracts or premature translation termination.

+-+ The precursor isoforms are processed to p50 at different
+ - + - rates. While the nuclear localization of p84 and p98, coupled
+ + with the ability of p50 precursor isoforms to bind certain KB

sites in vitro, supports a model in which the p98 subunit can
-~~~ ~~~~+ directly activate transcription, other mechanisms could ac-
-- - - - - - - - + count for p98 transactivation. One alternative is that the p50

precursors which associate with endogenous NF-KB subunits
odreporters. All transfer such as p65 are processed by proteolysis to generate transac-
g
obtained with NTera-2 tivating heterodimers. In this model, complexes that include

hed bars represent trans- p98 would be processed more readily than those containing
Lirsor isoforms, while bars p105 and p84. To test the processing of the precursor isoforms,
nd bars that are closed vectors encoding forms of p105, p84, and p98 with the N-
;ion vectors encoding the terminal hemagglutinin tag were transiently transfected into
th expression vectors for COS or Jurkat T cells, and the rate of proteolytic processing
GpBLCAT2 alone; lanes 2 was monitored by pulse-chase analysis. Results of the experi-
-KB activity by the pSO ments done with COS cells are shown in Fig. 8. Equivalent
nsfection of p50 isoforms results were obtained with Jurkat cells (18a). p105 was rela-f p5o precursor isoforms tively stable and showed no obvious processing over a 3-h.6, cotransfection of period, which agrees with the findings of Mercurio et al. (31).

1 and 22 correspond to While p84 displayed stability similar to that of p105 (Fig. 8B),
Idp98AC (4 jig), respec- a significant proportion of the p98 was processed to p5O within
x times with an observed 60 min (Fig. 8C), even in the absence of TPA stimulation,
)f the expression vector which promotes p105 processing (31). In contrast, p98AC, the
allows: p50, pSO-p65, and mutant lacking the unique C-terminal 35-amino-acid domain,
Id p98, 4 jig. exhibited stability similar to that of p105 and p84 over a 3-h

period (Fig. 8D). These findings suggest that the unique C
terminus of p98 influences proteolytic processing.

Fig. 7C. DNA binding of complexes a and b from all translates
(lanes 4, 7, and 10) is specific, as an excess of KB3 DNA (lanes
5, 8, and 11) but not mutant KB3 DNA (lanes 6, 9, and 12)
competed for binding of both complexes. Binding of complexes
a and b to KB3 is also dependent on sequences shown to be
essential for DNA binding by p5O (18a).
To determine the composition of complexes a and b, anti-

bodies specific for various epitopes in the precursor isoforms
were used in the gel shifts. The results of these experiments are
summarized in Fig. 7D. N1 antibodies, which recognize amino-
terminal residues 1 to 17 of murine p105, ablated binding of
both complexes (lanes 6 through 8). SP-1 antibodies, specific
for the unique C-terminal 35 amino acids of p98, disrupted
complex a, but not complex b, in translates of p98 (lane 12),
and they had no effect on either complex in p105 or p84
translates (lanes 10 and 11). P3 antibodies, raised against
amino acids 794 to 818 of murine p105, specifically eliminated

DISCUSSION

Previous studies have shown that the p5O precursor is a
non-DNA-binding, cytoplasmic protein that is processed by
proteolytic cleavage to yield the p5O subunit of NF-KB. Al-
though these studies have focused on p105, the predominant
form of the precursor, two-dimensional electrophoresis has
revealed that the p5O precursor comprises a number of iso-
forms (37). While certain of these arise by posttranslational
modifications such as phosphorylation (37), here we show that
alternate splicing of transcripts encoded by nfkbl generates
precursor isoforms with novel activities, which include differ-
ential subcellular localization, transactivating properties, and
differences in proteolytic processing. The implications of these
findings are discussed in the context of NF-KB regulation.
Both p84 expression and p98 expression appear to be
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FIG. 7. Determining the DNA binding properties of the p50 pre-
cursor isoforms by gel shift analysis. (A) In vitro wheat germ translates
of p105, p98, and p84. cDNA clones for p105, p98, and p84 were
translated in wheat germ extracts in the presence of [35S]methionine.
Two-microliter samples of each translate were fractionated on an

SDS-10% polyacrylamide gel, fixed, and prepared for autoradiogra-
phy. Lanes: 1, 14C-labeled molecular weight protein standards; 2,
wheat germ translate alone; 3, plO5; 4, p84; 5, p98. The minor products

regulated in a complex manner. Transcripts encoding these
isoforms are restricted to certain tissues and vary in abun-
dance. Moreover, stimuli, such as serum or TPA, which
activate NF-KB and promote transcription of nfkbl (9, 32) also
induce expression of transcripts encoding p84 in a cell-type-
specific fashion. The mechanism by which TPA stimulation
differentially regulates the induction of splice isoform 2 re-
mains to be determined. It is noteworthy that neither serum
nor TPA induces expression of p98 (13a). Although the
relative abundances of the transcripts encoding p105 and p84
appear to be equimolar in serum- or TPA-treated fibroblasts,
the level of p84 in these cells is approximately 25% of that of
p105, possibly indicating that the stability of p84 and that of
p105 differ in these cells.
While published data and the findings presented here show

that p105 is a cytoplasmic protein (5, 22, 40), mounting
evidence suggests that under certain circumstances NF-KB
precursor proteins may be found in the nucleus. In Jurkat T
cells, the p50 precursor is composed of a heterogeneous group
of cytoplasmic proteins, certain isoforms of which can be
detected in the nuclei of phorbol ester-treated cells (37). It
remains to be determined if the nuclear subset of p5O precur-
sor isoforms detected in stimulated Jurkat cells, like p84 and
p98, arise by alternate RNA splicing. Since p84 and p98 lack
the C-terminal p105 epitope recognized by the antibodies used
in the study conducted by Neumann et al. (37), the isoforms

with lower molecular weights represent internal translation initiation
or premature termination of translation. The molecular masses (in
kilodaltons) of protein standards are indicated at the left of the panel.
(B) Only a subset of NF-KB sites bind complexes from in vitro
translates of the precursor isoform p98. EMSAs were performed on
p98-programmed wheat germ translates as described in Materials and
Methods by using several different NF-KB sites. Two specific com-
plexes, designated a (upper complex) and b (lower complex), bound to
the NF-KB site KB3 (lane 1). Lanes: 2, KBHIV; 3, KB1; 4, KBE; 5,
KBMHC; 6, KBIL2. *, nonspecific complex seen in wheat germ extracts
that binds to all KB sites used. (C) Two complexes from in vitro
translates of p105, p98, and p84 specifically bind to the NF-KB site
KB3. Gel mobility shift assays were performed with no competition (-)
or competition with a 25-fold molar excess of unlabeled KB3 or the
mutated KB3 probe KB3 m (+). Lanes: 1 through 3, wheat germ extract
alone; 4 through 6, p105 translate; 7 through 9, p84 translate; 10
through 12, p98 translate. Competition analysis was done for the
following gel shifts: lanes 2, 5, 8, and 11, competition with unlabeled
KB3; and lanes 3, 6, 9, and 12, competition with unlabeled KB3m. (D)
p5O precursor-specific antibodies block DNA binding of complex a.
p105, p98, and p84 translates were prepared as described for panel A.
The probe used for gel shifts was KB3. Lanes: 1, 5, 9, 13, and 17, wheat
germ extract alone; 2, 6, 10, 14, and 18, p105 translate; 3, 7, 11, 15, and
19, p84 translate; 4, 8, 12, 16, and 20, p98 translate. Precursor-specific
antibodies were added to the following gel shifts (regions to which
antibodies are specific are in parentheses): lanes 5 through 8, N1
antibodies (amino acids 1 to 17 of p105); lanes 9 through 12, SP-1
antibodies (unique C-terminal amino acids of p98); lanes 13 through
16, P3 antibodies (p105 C-terminal amino acids 794 to 808); and lanes
17 through 20, Oct2-specific antibodies (50). (E) p98 is a component of
the DNA binding activity in complex a. p98 translate equivalent to that
shown in Fig. 7A was subjected to an EMSA using a bromodeoxyuri-
dine triphosphate-substituted KB3 probe and electrophoresed on 5%
nondenaturing gels as described in Materials and Methods. After
direct UV irradiation, complex a was isolated, eluted, and immuno-
precipitated with N1 antibodies, and the resultant proteins were
analyzed on SDS-8% polyacrylamide gels. Lanes: 1, 14C-labeled
protein molecular weight standards; 2, N1 immunoprecipitates of
cross-linked complex a; 3, complex a incubated with N1 antibodies in
the presence of N1 peptide. The molecular masses (in kilodaltons) of
protein standards are indicated at the left of the panel.
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FIG. 8. Differential processing of the p5O precursor isoforms. Ex-
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acrylamide gels. Panel A, p105; panel B, p84; panel C, p98; and panel
D, p98AC. The gels were exposed for 24 h to autoradiography.

described here must differ from those detected in the nuclei of
stimulated T cells. The recent finding that p100NF-KB2 is a
component of the DNA binding activity of the H2TF1 complex
(44) lends support to the notion that NF-KB precursor proteins
may under certain circumstances enter the nucleus. The local-
ization of p84 and p98, but not p105, to the nuclei of
transfected COS cells provides insight into the mechanism by
which the p5O precursors are transported to the nucleus. It has
been proposed that an acidic region within ankyrin repeat 6,
required for the cytoplasmic maintenance of p105 (5, 22),
normally masks the nuclear localization signal in the Rel
homology domain of the precursor. While p84 lacks the
C-terminal 190 amino acids of p105, including part of this
acidic region, this sequence is retained in p98. This indicates
that the nuclear transport of p5O precursors can be regulated
by other mechanisms. For example, conformational changes in
the isoforms created by the loss of sequences could make the
nuclear localization signal in the Rel homology domain acces-
sible to the nuclear transport machinery. Alternatively, a

cryptic nuclear localization signal in the p5O precursor is
unmasked by splice 1, or the C-terminal 35 amino acids of p98
act as a nuclear transport signal.
The findings presented here are the first to show that p5O

precursor proteins can be part of a DNA binding complex.
Although other workers have failed to demonstrate DNA
binding by p105 (16, 25), the recent observation that the
related precursor NF-KB2 is a component of the DNA binding
activity of the H2TF1 complex (44) also contrasts with initial
findings that suggested that in vitro-translated NF-KB2 did not
bind DNA (35, 36). Several factors may account for the
difference between our results and those reported previously.
First, the p5O precursors, like NF-KB2 from H2TF1 (44), only
bind to a subset of NF-KB sites. Second, to detect DNA
binding by the p5O precursor isoforms, approximately 15- to
30-fold more in vitro-translated precursor protein was required
compared with the amount of p5O protein necessary to detect
binding of p50 homodimers (18a). This reflects a weak affinity
of the p5O precursor isoform translates for KB3, and it is due to
the C-terminal ankyrin repeats (18a), a finding consistent with
the IKB-like activity of the p105 C terminus (5, 14, 23, 28, 40).
The gel shift and UV cross-linking experiments indicate that
complex a appears to comprise a heterodimer of the p50
precursor and a p50-like subunit. The presence of a p5O-like
subunit in the precursor translates is most likely due to
proteolytic cleavage of the precursor in the wheat germ extract
or to premature translation termination (16, 36, 45). It has
been suggested that the ability of NF-KB2 from H2TF1 com-
plexes to bind DNA may be due to the presence of other
Rel-like proteins which could expose or stabilize the DNA
binding domain (44). The presence of p50-like subunits in
complex a would be consistent with such a model.

It remains to be determined what physiological roles the
different isoforms of the p50 precursor serve. p105, in addition
to being a cytoplasmic precursor of the NF-KB p50 subunit,
functions in certain cell types as a cytoplasmic inhibitor of p65
and c-rel (5, 22, 40). Although p84 and p98 are expressed at
submolar levels compared with p105, this does not exclude
these smaller isoforms from serving an important function,
particularly as both are found in the nucleus, whereas p105 is
found only in the cytoplasm. Consequently, p84 and p98 could
be envisaged as serving a number of roles distinct from that of
p105. For example, p84 represses NF-KB-mediated transcrip-
tion, a function consistent with this precursor isoform operat-
ing as a nuclear IKB. However, it is the ability of p5O precursors
to bind certain KB sites in vitro, albeit weakly, that raises the
intriguing possibility that the nuclear p84 and p98 isoforms can
directly participate in gene regulation. In the case of p98, this
notion is supported by the ability of this isoform to promote
transactivation. The mechanism by which p98, in contrast to
p105 and p84, is able to transactivate gene expression is not
clear. While p98 transactivation is dependent on the unique C
terminus of this precursor, this sequence fails to function as an
autonomous transactivation domain in yeast cells (18a). In-
stead, another negatively charged region of p98, corresponding
to amino acids 727 to 806, that encompasses part of ankyrin
repeats 6 and 7 and which functions as a potent transactivating
sequence in yeast cells (34) could instead be important in this
transactivation. While the available data support a direct
mechanism of p98-mediated transactivation, it is not possible
to rule out the chance that it occurs indirectly through the
processing of complexes in which exogenous p98 is associated
with endogenous Rel/NF-KB subunits such as p65. Although
the enhanced processing of p98 compared with the other
precursors would fit this model, this mechanism seems un-
likely, as p98 is able to transactivate reporter constructs just as
effectively in NTera-2 cells, a human embryonal carcinoma cell
line which has very low levels of endogenous NF-KB (10), as it
does in Jurkat or COS cells. In vitro transcription assays
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currently in progress should show whether p98 is able to act as
a direct transactivator of NF-KB-dependent gene expression.

ACKNOWLEDGMENTS

We thank Lynn Corcoran, Bill Sha, Francis Shannon, Jane Visvader,
Craig Rosen, and Wally Langdon for reagents and helpful discussions
and Philip Vernon and Brigitte Mesiti for their patient and efficient
help with the preparation of figures.

This work was supported by the National Health and Medical
Research Council (Australia), the Human Frontier Science Program
(grant 133), a Commonwealth AIDS Research Grant to S.G., and the
Australian Growth Factor Cooperative Research Centre (grant
910007).

REFERENCES
1. Baeuerle, P. A. 1991. The inducible transcription activator NF-KB:

regulation by distinct protein subunits. Biochim. Biophys. Acta
1072:63-80.

2. Ballard, D. W., W. H. Walker, S. Doerre, P. Sista, J. A. Molitor,
E. P. Dixon, N. J. Peffer, M. Hannink, and W. C. Greene. 1993.
The v-rel oncogene encodes a KB enhancer binding protein that
inhibits NF-KB function. Cell 63:803-814.

3. Beg, A. A., S. M. Ruben, R. I. Scheinman, S. Haskill, C. A. Rosen,
and A. S. Baldwin, Jr. 1992. IkB interacts with the nuclear
localization sequence of the subunits of NF-KB: a mechanism for
cytoplasmic retention. Genes Dev. 6:1899-1913.

4. Berk, A. J., and P. A. Sharp. 1978. Spliced early mRNAs of simian
virus 40. Proc. Natl. Acad. Sci. USA 75:1274-1278.

5. Blank, V., P. Kourilsky, and A. Israel. 1991. Cytoplasmic reten-
tion, DNA binding and processing of the NF-KB p50 precursor are
controlled by a small region in its C-terminus. EMBO J. 10:4159-
4167.

6. Blank, V., P. Kourilsky, and A. Israel. 1992. NF-KB and related
proteins: Rel/dorsal homologies meet ankyrin repeats. Trends
Biochem. Sci. 17:135-140.

7. Bours, V., P. R Burd, K. Brown, J. Villalobos, S. Park, R.-P.
Ryseck, R Bravo, K. Kelly, and U. Siebenlist. 1992. A novel
mitogen-inducible gene product related to p5O/plO5-NF-KB par-
ticipates in transactivation through a KB site. Mol. Cell. Biol.
12:685-695.

8. Bours, V., G. Franzoso, V. Azarenko, S. Park, J. Kanno, K. Brown,
and U. Seibenlist. 1993. The oncoprotein bc1-3 directly transacti-
vates through KB motifs via association with DNA binding pSOB
homodimers. Cell 72:729-739.

9. Bours, V., J. Villalobos, P. R Burd, K. Kelly, and U. Siebenlist.
1990. Cloning of a mitogen-inducible gene encoding a kB DNA-
binding protein with homology to the rel oncogene and to
cell-cycle motifs. Nature (London) 348:76-80.

10. Brown, K., S. Park, T. Kanno, G. Franzoso, and U. Siebenlist.
1993. Mutual regulation of the transcriptional activator NF-KB
and its inhibitor, IkB-a. Proc. Natl. Acad. Sci. USA 90:2532-2536.

11. Bull, P., T. Hunter, and L. M. Verma. 1990. The mouse c-rel
protein has an N-terminal regulatory domain and a C-terminal
transcriptional transactivation domain. Mol. Cell. Biol. 109.5473-5485.

12. Dobrzanski, P., R-P. Ryseck, and R. Bravo. 1993. Both N- and
C-terminal domains of RelB are required for full transactivation:
role of the N-terminal leucine zipper-like motif. Mol. Cell. Biol.
13:1572-1582.

13. Fan, C.-M., and T. Maniatis. 1991. Generation of p5O subunit of
NF-KB by processing of p105 through an ATP-dependent path-
way. Nature (London) 354:395-398.

13a.Gerondakis, S. Unpublished results.
14. Gerondakis, S., N. Morrice, I. B. Richardson, R Wettenhall, J.

Fecondo, and R. J. Grumont. 1993. The activity of a 70
kilodalton IkB molecule identical to the carboxyl terminus of
the p105 NF-KB precursor is modulated by protein kinase A.
Cell Growth Differ. 4:617-627.

15. Ghosh, S., and D. Baltimore. 1990. Activation 'in vitro' of NF-KB
by phosphorylation of its inhibitor IkB. Nature (London) 344:678-
682.

16. Ghosh, S., A. M. Gifford, L. R Riviere, P. Tempst, G. P. Nolan,
and D. Baltimore. 1990. Cloning of the p50 DNA binding subunit

of NF-KB: homology to rel and dorsal. Cell 62:1019-1029.
17. Gilmore, T. D. 1990. NF-KB, KBF1, dorsal and related matters.

Cell 62:841-843.
18. Graham, F. L., and A. J. Van der Eb. 1973. A new technique for

the assay of infectivity of human adenovirus 5 DNA. Virology 52:
456.

18a.Grumont, R J. Unpublished results.
19. Grumont, R J., and S. Gerondakis. 1994. Alternate splicing of

RNA transcripts encoded by the murine p105 NF-KB gene gener-
ates IKBy isoforms with different inhibitory activities. Proc. Natl.
Acad. Sci. USA 91:4367-4371.

20. Grumont, R J., I. B. Richardson, C. Gaff, and S. Gerondakis.
1993. Positive autoregulation of the murine c-rel promoter by rel
proteins is not mediated through NF-KB elements involved in
controlling constitutive transcription in B cells. Cell Growth
Differ. 4:731-743.

21. Henkel, T., T. Machleidt, I. Alkalay, M. Kronke, Y. Ben-Neriah,
and P. A. Baeuerle. 1993. Rapid proteolysis of IKB-a is necessary
for activation of transcription factor NF-KB. Nature (London)
365:182-185.

22. Henkel, T., V. Zabel, K. van Zee, J. M. Muller, E. Fanning, and
P. A. Baeuerle. 1991. Intramolecular masking of the nuclear
location signal and dimerization domain in the precursor for the
p50 NF-KB subunit. Cell 68:1121-1133.

23. Inoue, J.-I., L. D. Kerr, A. Kakizuka, and I. M. Verma. 1992. IKB-y,
a 7OkD protein identical to the C-terminal half of p110 NF-KB.
Cell 68:1109-1120.

24. Inoue, J.-I., L. D. Kerr, D. Rashid, N. Davis, H. R Bose, and I. M.
Verma. 1992. Direct association of pp4O/IKB with rel/NF-KB
transcription factors: role of ankyrin repeats in the inhibition of
DNA binding. Proc. Natl. Acad. Sci. USA 89:4333-4337.

25. Kieran, M., V. Blank, F. Longeat, J. Vandekerckhove, F. Lotts-
peich, 0. LeBail, M. B. Urban, P. Kourilsky, P. A. Baeuerle, and
A. Israel. 1990. The DNA binding subunit of NF-KB is identical to
factor KBF1 and homologous to the rel oncogene product. Cell
62:1007-1018.

26. Lenardo, M. J., and D. Baltimore. 1989. NF-KB, a pleiotropic
mediator of inducible and tissue-specific gene control. Cell 58:
227-229.

27. Link, E., L. D. Kerr, R. Schreck, U. Zabel, I. M. Verma, and P. A.
Baeuerle. 1992. Purified IKB-1 is inactivated upon dephosphory-
lation. J. Biol. Chem. 267:239-246.

28. Liou, H.-C., G. P. Nolan, S. Ghosh, T. Fujita, and D. Baltimore.
1992. The NF-KB p50 precursor, p105, contains an internal
IKB-like inhibitor that preferentially inhibits p50. EMBO J. 11:
3003-3009.

29. Logeat, F., N. Israel, R. Ten, V. Blank, 0. Le Bail, P. Kourilsky,
and A. Israel. 1991. Inhibition of transcription factors belonging to
the rel/NF-KB family by a transdominant negative mutant. EMBO
J. 10:1827-1832.

30. Lucknow, B., and G. Schutz. 1987. CAT constructions with
multiple unique restriction sites for the functional analysis of
eukaryotic promoters and regulatory elements. Nucleic Acids Res.
15:5490.

31. Mercurio, F., J. A. DiDonato, C. Rosette, and M. Karin. 1993. p105
and p98 precursor proteins play an active role in NF-KB mediated
signal transduction. Genes Dev. 7:705-718.

32. Meyer, R., E. N. Hatada, H.-P. Hohnmann, M. Haiker, C. Bartsch,
U. Rothlisberger, H.-W. Lahm, E. J. Schlager, A. P. G. M. van
Loom, and C. Scheidereit. 1991. Cloning of the DNA-binding
subunit of human nuclear factor KB: the level of its RNA is
strongly regulated by phorbol ester or tumor necrosis factor a.
Proc. Natl. Acad. Sci. USA 88:966-970.

33. Mombaerts, P., J. Iacomini, R S. Johnson, K. Herrup, S.
Tonegawa, and V. E. Papaioannou. 1992. Rag-1 deficient mice
have no mature B or T lymphocytes. Cell 68:869-877.

34. Morin, P. J., and T. D. Gilmore. 1992. The C-terminus of the
NF-KB p50 precursor and an IKB isoform contain transcription
activation domains. Nucleic Acids Res. 20:2453-2458.

35. Naumann, M., A. Nieters, E. N. Hatada, and C. Scheidereit. 1993.
NF-KB precursor p100 inhibits nuclear translocation and DNA
binding of NF-KB/rel-factors. Oncogene 8:2275-2281.

36. Neri, A., C.-C. Chang, L. Lombardi, M. N. Salina, P. Corradini,

VOL. 14, 1994



8470 GRUMONT ET AL.

A. T. Maiolo, R. S. K. Changanti, and R. Dala-Favera. 1991. B cell
lymphoma associated chromosomal translocation involves candi-
date oncogene lyt-10, homologous to NF-KB p50. Cell 67:1075-
1087.

37. Neumann, M., K. Tsapos, J. A. Scheppler, J. Ross, and R. Franza,
Jr. 1992. Identification of complex formation between two intra-
cellular tyrosine kinase substrates: human c-rel and the p105
precursor of p50 NF-KB. Oncogene 7:2095-2104.

38. Nolan, G., and D. Baltimore. 1992. The inhibitory ankyrin and
activator rel proteins. Curr. Opin. Genet. Dev. 2:211-220.

39. Nolan, G. P., S. Ghosh, H.-C. Liou, P. Tempst, and D. Baltimore.
1991. DNA binding and IKB inhibition of the cloned p65 subunit
of NF-KB, a rel-related polypeptide. Cell 64:961-969.

40. Rice, N. R., M. L. MacKichan, and A. Israel. 1992. The precursor
of NF-KB p50 has IKB-like functions. Cell 71:243-253.

41. Ruben, S. M., J. F. Klement, T. A. Coleman, M. Maher, C.-H.
Chen, and C. A. Rosen. 1992. I-Rel: a novel rel-related protein
that inhibits NF-KB transcriptional activity. Genes Dev. 6:745-
760.

42. Ruben, S. M., R Naranayan, J. F. Klement, C.-H. Chen, and C. A.
Rosen. 1992. Functional characterization of the NF-KB p65 tran-
scriptional activator and an alternatively spliced derivative. Mol.
Cell. Biol. 12:444-454.

43. Ryseck, R P., P. Bull, M. Takamiya, V. Bours, U. Siebenlist, P.
Dobrzanski, and R. Bravo. 1992. RelB, a new Rel family transcrip-

tion activator that can interact with p5O-NF-KB. Mol. Cell. Biol.
12:674-684.

44. Scheinman, R. I., A. A. Beg, and A. S. Baldwin, Jr. 1993. NF-KB
plO0 (Lyt-10) is a component of H2TF1 and can function as an
IKB-like molecule. Mol. Cell. Biol. 13:6089-6101.

45. Schmid, R M., N. D. Perkins, C. S. Duckett, P. C. Andrews, and
G. J. Nabel. 1991. Cloning of an NF-KB subunit which stimulates
HIV transcription in synergy with p65. Nature (London) 352:733-
736.

46. Schmitz, M. L., and P. A. Baeuerle. 1991. The p65 subunit is
responsible for the strong transcription activating potential of
NF-KB. EMBO J. 10:3805-3817.

47. Severne, Y., S. Wieland, W. Schaffner, and S. Rusconi. 1988. Metal
binding 'finger' structures in the glucocorticoid receptor defined by
site-directed mutagenesis. EMBO J. 7:2503-2508.

48. Wang, Y., A. S. Larson, and B. M. Peterlin. 1987. A tissue-specific
transcriptional enhancer is found in the body of the HLA-DRac
gene. J. Exp. Med. 166:625-637.

49. Wilson, I. A., H. L. Niman, R. A. Hougten, A. R Chereson, M. L.
Connolly, and R. A. Lerner. 1984. The structure of an antigenic
determinant in a protein. Cell 37:767-778.

50. Wirth, T., A. Priess, A. Annweiler, S. Zwilhig, and B. Oeler. 1991.
Multiple Oct2 isoforms are generated by alternative splicing.
Nucleic Acids Res. 19:43-51.

MOL. CELL. BIOL.


