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ABSTRACT A large number of genes has been identified
previously between the class I and class II gene families within
the class III region of the human major histocompatibility
complex. The complete sequences of two of these genes, BAT2
and BAT3 (where BAT is HLA-B-associated transcript), which
are closely linked, were determined from ¢cDNA clones. The
putative BAT2 and BAT3 proteins are 228 and 110 kDa,
respectively, and do not appear to be members of any known
family of proteins. However, BAT3 contains an amino-terminal
ubiquitin-like domain. Both BAT2 and BAT3 are very rich in
proline and include short tracts of polyproline, polyglycine,
and charged amino acids. In addition, these proteins contain
several unrelated families of similar repeated segments. BAT2
and BAT3 are similar to other proteins with large proline-rich
domains, such as some nuclear proteins, collagens, elastin, and
synapsin. BAT?2 also contains four Arg-Gly-Asp (RGD) motifs
typical of the integrin receptor family.

The human major histocompatibility complex (MHC) occu-
pies 1% of chromosome 6 and encodes a number of genes that
are essential for immune function. The ability to distinguish
self from nonself is mediated by the polymorphic MHC class
I and class II molecules that are encoded at either end of the
MHC. The class I genes are telomeric to, and the class II
genes are centromeric to, a central interval of 1000 kilobases
(kb) called the MHC class III region. It includes a diverse set
of genes encoding members of the complement cascade, the
cytokines tumor necrosis factors « and B, and the heat shock
protein HSP70 (1-5).

Population studies suggest that susceptibility to a number
of autoimmune diseases is associated with certain MHC
haplotypes (6). Although many of these genetic associations
may ultimately be related to polymorphisms in MHC class I
or class II molecules (7), in some cases the increased sus-
ceptibility may be due to the combinatorial effect of several
gene products, some of which may yet be unidentified. Since
MHC haplotypes specify allelic combinations of a number of
genes linked within the MHC, it is possible that genes lying
between the class I and class II gene families could contribute
to disease pathophysiology.

To identify other genes within the MHC, a series of
overlapping cosmids spanning 600 kb of DNA from the MHC
class III region between the class I gene HLA-B and the
complement gene C2 has been isolated (8-10). These cosmids
have been used to identify a large number of transcription
units. The high density of these transcription units correlates
with the frequent occurrence of unmethylated CpG dinucle-
otides within this region of the genome (9). Corresponding
cDNA clones for most of these ‘‘HLA-B-associated tran-
scripts’’ (BATs) have been isolated. Two of these genes,
BAT?2 and BAT3, are located 45 kb from the closely linked
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genes TNFA and TNFB and 260 kb from HLA-B (8). BAT2
and BAT3 genes are encoded on opposite strands of DNA
and terminate within a few kilobases of each other. Their
mRNAs are 6.7 and 3.5 kb long, respectively, and have been
found in a limited panel of cell lines examined, including
HeLa, Raji (B cell), HPB-ALL (T cell), U937 (monocyte),
and HepG2 (hepatoma) (8, 9).

This report presents the complete sequence of BAT2 and
BATS3 derived from overlapping cDNA clones. In addition,
promoter and partial intron sequences for the BAT2 and
BATS3 genes have been obtained from genomic clones.* The
BAT2 and BAT3 cDNA sequences encode large proline-rich
proteins of approximately 228 and 120 kDa, respectively.
Both are characterized by the repeated occurrences of sev-
eral different sets of related sequence motifs. BAT2 and
BAT3 do not appear to be members of any known family of
proteins. However, BAT3 contains an amino-terminal do-
main homologous to ubiquitin, a property shared with a small
group of other proteins.

MATERIALS AND METHODS

DNA Sequence Analysis. DNA sequences were obtained by
the dideoxynucleotide chain-termination procedure from
both strands of restriction fragments subcloned into M13
using ¥*S-labeled dATP and T7 polymerase (Sequenase;
United States Biochemical) (11). Both dGTP/ddGTP and
dITP/ddITP (where dd is dideoxy) reactions were carried
out. The BAT2 and BAT3 cDNA clones have been isolated
from a T-cell HPB-ALL library (8, 12). Additional BAT2
cDNAs were obtained from the same library as described (8).
Computer homology searches of the National Biomedical
Research Foundation Protein Sequence Data Base employed
the Genetics Computer Group (GcG) and Protein Sequence
Query (psQ) programs (13).

“RNase Mapping. RNA samples were prepared by the
guanidinium thiocyanate method from control HeLa cells and
cells heat shocked for 10 min at 45°C and then incubated for
4 hr at 37°C (14, 15). SP6 RNA polymerase was used in vitro
to synthesize [>2P]JUTP-labeled probes from restriction frag-
ments of BAT2 and BAT3 cDNAs subcloned into pSP72.
RNase protection of probes hybridized to total HeLa cell
RNA was carried out essentially as described (16). The
human HSP70 probe was a gift of R. Morimoto (Northwest-
ern University, Evanston, IL) (17).

Abbreviations: MHC, major histocompatibility complex; aa, amino

acid(s); RGD, Arg-Gly-Asp; BAT, HLA-B-associated transcript.
*Present address: Department of Immunology, Scripps Clinic and
Research Foundation, La Jolla, CA 92037.

TPresent address: Division of Tumor Virology, Dana-Farber Cancer
Institute, Harvard Medical School, Boston, MA 02115.

#The sequences reported in this paper have been deposited in the
GenBank and Natl. Biomed. Res. Found. data banks (accession
nos. M31293 and M31294).
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RESULTS

Sequence of BAT3 cDNA. A series of overlapping restric-
tion fragments from the 3.5-kb insert of the cDNA clone
BATS3-15 (8) was subcloned into M13 and both strands were
sequenced. The sequence is shown in Fig. 1 along with the
predicted coding region of the major long open reading frame.
Both the 5’ and 3’ untranslated regions of the BAT3 cDNA
include stop codons in all reading frames. A canonical
AATAAA motif is 25 base pairs (bp) from the poly(A) tail.
The putative BAT3 protein contains 1132 amino acid (aa)
residues. Starting 17 residues from the amino terminus of
BAT3, a stretch of 75 aa is 35% homologous to the 76 aa of
ubiquitin (Fig. 24) (18). The remainder of BAT3 lacks sig-
nificant homology to any protein in the National Biomedical
Research Foundation data bank and is unusually rich in
proline. It contains a segment of 12 sequential proline resi-
dues as well as nine proline triplets. The 607-aa region after
the ubiquitin-like domain contains 18% proline and includes
four dispersed repeated motifs of 29 aa (Fig. 2E). The
carboxyl-terminal 202 aa contain 15% proline. These two
regions flank a 231-aa central interval containing only 3%
proline. Within this segment is a cysteine/histidine-rich re-
gion (between residues 851 and 884), which is an imperfect
copy of the canonical zinc finger motif encoded in many
genes for nucleic acid-binding proteins. These regions are
thought to serve as metal coordination centers and are also
found in other ubiquitin fusion genes (Fig. 1) (18-20).

BAT3 Gene Introns and Promoter. To characterize the
genomic organization of the ubiquitin-like domain at the 5’
end of the BAT3 gene, restriction maps derived from cDNA
and corresponding subclones of genomic DNA from the
cosmid K19A (8) were aligned. This comparison showed that
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at least one intron interrupted the ubiquitin-like domain in the
BATS3 gene, although sequences coding for ubiquitin itself
lack introns (18). Partial sequencing of genomic DNA sub-
clones from the 5’ end of the BAT3 gene showed one intron
of about 2 kb after the 20th codon and one intron of 114 bp
within the 60th codon of the ubiquitin-like domain (Fig. 1).
This result is paralleled by the presence of introns, albeit at
different locations, within the ubiquitin-like domains of other
genes (18, 21, 22).

The total length of the BAT3-15 cDNA sequence is in good
agreement with the length of the BAT3 mRNA as estimated
by RNA blot hybridization (8). The proposed initiator me-
thionine at nucleotide position 251 complies well with con-
sensus sequences for vertebrate translation initiation sites
(Fig. 1) (23). To determine whether the BAT3-15 cDNA
contained the complete 5’ untranslated region, an RNase
mapping experiment was carried out. An =300-bp Xho I-
HindIlII genomic fragment sharing 130 bp of overlap with the
5’ end of the cDNA was subcloned into pSP72 to generate a
labeled probe. After hybridization of this probe to total HeLa
cell RNA, only a single fragment of 130 nucleotides was
protected from RNase digestion (data not shown). Thus,
barring the presence of a mini-exon further upstream, the
genomic DNA immediately adjacent to the 5’ end of the
BAT3-15 cDNA is the BAT3 promoter.

The putative BAT3 promoter is very G+C-rich and in-
cludes many closely spaced Hpa II restriction sites. Within
the putative BAT3 promoter, a heat shock element (24) was
identified at position —125. Another heat shock element
occurred within the first intron of the ubiquitin-like domain of
the BAT3 gene (data not shown). These observations sug-
gested that the BAT3 gene might be regulated by heat shock
in a manner similar to the stress-response genes encoding
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FiG. 1. BAT3 cDNA and predicted aa sequences. Residues are shown in the single-letter aa code; proline residues are represented as Pr
and are underlined to emphasize their distribution. Known exon boundaries in the cDNA sequence are indicated by vertical bars. Their positions
were determined by sequencing genomic clones by using the following three synthetic oligonucleotide primers (from 5’ to 3'): GCTTGGAG-
GTGTTGGTGAAG, GCATGCTGACAGAGGCACG, and CGTGCCTCTGTCAGCATCC. The numbers on the left and on the right refer to aa

and nucleotide positions, respectively.
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FiG. 2. Homology between BAT3 protein and ubiquitin and alignment of related segments occurring repeatedly within BAT2 and BAT3
proteins. Matching aa residues in adjacent lines are shown in bold type. Bold-faced letters above the line refer to residues that appear in three
rows. Bold-faced and underlined residues appear in all rows. The single-letter aa code is used. (A) The aa sequence in BAT3 (bottom line)
homologous to ubiquitin (top line) extends between BAT3 aa 17 and 92. The entire sequence of human ubiquitin is shown in this alignment. (B-D)
BAT?2 contains three families of homologous sequences, the type A, type B, and type C repeats. Sequences were aligned in an order maximizing
aa matches between adjacent lines. Of the six BAT2 type A repeats (see text), only the four most conserved repeats are shown in B. They include
an invariant tryptophan residue at aa 327 (first line), 142 (second line), 85 (third line), and 1784 (fourth line). The two less conserved type A
repeats (data not shown) also include the invariant tryptophan residue, at positions 208 and 1847. (C) The two homologous BAT?2 type B repeats
begin at aa 237 (top line) and 478 (bottom line). (D) The BAT2 type C repeat family comprises three related sequences starting at aa 1899, 1965,
and 2040. (E) BAT3 contains four similar sequences at aa 415, 242, 574, and 609, which are aligned in this order from top to bottom.

ubiquitin or HSP70 (15, 17, 18), the latter encoded 150 kb
from the BAT3 gene (5). However, in an RNase protection
experiment, BAT3 mRNA levels were not higher in heat-
shocked HeLa cells than in untreated controls, although the
level of HSP70 mRNA was increased by several orders of
magnitude (data not shown).

Sequence of BAT2. The initial set of BAT2 cDNA clones
formed two groups. A set of eight cDNAs of 4.6-5.0 kb
corresponded to, and was coterminal with, the 3’ end of the
BAT?2 gene. Two additional cDNAs of 1 kb were further
upstream. From these two groups, cDNAs BAT2-5 and
BAT2-12, respectively, were sequenced. These two cDNAs
shared a 324-bp overlap and together coded for a 6-kb open
reading frame extending from the very 5’ end of the BAT2-12
c¢DNA. The 179-bp 3’ untranslated region included an
AATAAA polyadenylylation signal and stop codons in all
reading frames (Fig. 3).

To obtain the complete coding sequence of the BAT2 gene,
the HPB-ALL ¢DNA library was screened with a probe from
the 5’ end of the BAT2-12 cDNA. Thus, cDNA BAT2-17 was
isolated and yielded 304 bp of additional upstream sequence.
About 4 kb of genomic DNA containing this region were
subcloned from the cosmid K19A (8) and sequenced. The
comparison of genomic and cDNA sequences showed that
the 5’ terminal 13 bp of cDNA BAT2-17 were within a
separate exon. This exon was shown to include a total of 177
nucleotides by protection from RNase digestion of an appro-
priate genomic probe after its hybridization with total HeLa
cell RNA (data not shown). Two additional cDNA clones
were isolated by rescreening the library with a genomic probe
containing the 177-bp exon. The sequence of the clone
BAT?2-18 included all these 177 bp and two additional up-
stream exons of 179 and 35 bp. This extended the open
reading frame to a methionine that was 60 bp from the 5’ end
of the cDNA. This 60-bp untranslated region contained
several stop codons in the same translational frame as the
initiator methionine, which lies in a sequence coritext con-
sistent with the established consensus (23). Thus, the 5’ end
of the BAT2 gene was defined (Fig. 3).

The putative BAT2 protein consists of 2142 aa residues, of
which 409 (19.6%) are proline. This is a higher total proline
content than in any protein in the National Biomedical
Research Foundation data bank. In contrast to BAT3, in
BAT?2 the proline residues are distributed throughout the
sequence (Fig. 3). In 17 instances, 3 or more proline residues
are consecutive. BAT2 contains an unusual distribution of
charged aa residues. Within a 49-aa segment bounded by
cysteines (aa 426-475), 27 aa are charged. A region between
positions 1009 and 1034 contains 8 arginine-glycine pairs and
there are 14 glutamine residues within the 22 aa after position
635. Neither a hydrophobic leader nor an obvious transmem-
brane region are apparent in either BAT2 or BAT3.

BAT2 Domain Structure. At the BAT2 5’ end, the presence
of two similarly sized adjacent exons of 177 and 172 bp
suggested a repeated domain structure. Alignment of the
corresponding 59- and 57-aa segments showed that these two
exons matched each other at 15 positions. Moreover, a
computer-assisted search of the BAT2 protein sequence
identified four additional regions sharing various degrees of
similarity with these two exons (Fig. 2B). Thus, BAT2
contains a family of six related regions. Of these, four are
within the amino-terminal 337 aa. The other two homologous
regions are tandemly repeated near the BAT2 carboxyl
terminus. In addition to this family of related regions (type A
repeats), BAT2 contains two other nonhomologous sets of
related sequences (type B and type C repeats). The two type
B repeats of 88 and 82 aa residues are identical at 26 positions
when a single 8-residue gap is introduced in the alignment
(Fig. 2C). These two type B repeats immediately follow the
four amino-terminal type A repeats and are separated from
each other by 56 aa residues that include the cysteine-bound
charged domain described above. After the two carboxyl-
terminal type A repeats are three type C 50-aa repeats (Fig.
2D). The BAT?2 type A, type B, and type C repeat families
lack significant homology to each other, to the 29-aa BAT3
repeat family, or to any protein in the National Biomedical
Research Foundation data bank. However, at least one copy
of the sequence Pro-Ala-Pro-Pro-Pro-Ala is present in a
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CCTAGGCCCGGGTCCCGGATCCCCGEGCACCCGGARAGGCTCTGGCACGTTTTGGGCGAGGTGCCTGCAGGACCCAACATACTC
M S DR S G RPLT A K G K > G K X Y S S LNULTFDTTJYKTGT KT STLTETIGOQTKTE RATCTC CERS BLW LLA
AATGAGCTTCCAGCGCAATGTCCGATCGCTCGGGGCCGACTGCCAAGGGAAAGGATGGAAAGARGTATTCC TCGC TCAACC TGTTTGATACGTATAAGGGC AAGTCCTTAGAGATCCAGAAACCCGCC TG TGCCCCTCGCCATGGCCTG
E S RE S CHCP RAJY RPLPLA N L BLS L K A E N K G N D RN V S L V PLK D G T G W A S K Q E Q S D Bx
CAGAGTCTCGGGAAAGTTGCCATTGCCCGGCGTATCGACCTCCAGCCAACC TTCCAAGCC TGAAAGCCGAGAACAAAGGCAATGACCCCAATGTC TCACTAGTGCCAAAAGACGGAACAGGATGGGCAAGCAAACAGGAGCAGTCCGACT
K G S DA STAGO QP RRLE S Q BkL BEA S O T BkA S N Q BkK R BLRLA A BLE N T PtL V BLS G V K S W A Q A
CCAAGAC‘ITCCGATGCCTCAACCGCTCAGCCGCCGGAATCGCAGCCACTGCCGGCTTCACAGACGCCTGCCTCCAACCAGCCGAAACGACCCCCRGCAGCCCCCGAGAACACTCCTTTGGTTCCAAGCGGGGTAAAGTCCTGGGCACAAG
VTHGATBHGDGG= RASTSTLTLSRTFSRETETFERTTLOAAGDT OQDTIKA AATEKTETRTETSHATET QSS G B
CCAcccTcACCCATGGAGCACATGGAGA1:5705AAucccArcAAcccracrcrcAccArrcrcrccAcAccAATTrcccAcccchAccccccTccccAccAGGACAAGGCTGCCAAGGAAAGGGAGTCrcccGAACAcrccTcrcccc
G BLS L R BkQ N S T T W R D G G G R G RPkD E L E G RED S K L H H G H D PBtkR G G L Q Bt S G BLRrQ F RLEx
CCGGACCAAGCCTCCGCCCCCAAAATTCTACAAC T TGGAGGGACGGAGGTGGGCGTGGCCC TGATGAGCTGGAGGGCCCGGAC TCCAAACTTCATCATGGTCATGATCCCCGGGGTGGGC TACAGCC TTCAGGCCCACCCCAGTTCCCTC
Y R G M M RBLRLF M Y PLPrY L BLF BLBLPXY G RLQ G REY R Y BXT BED G BLS R F PLR V A G BER G S G RLBL M
CCTACCGCGGAATGATGCCGCCTTTCATGTATCCCCCATATCTCCCGTTCCCTCCGCCCTATGGACCCCAGGGGCCTTACCGATACCCCACTCC TGATGGGCCCAGCCGTTTTCCCCGTGTGGCGGGCCCCCGAGGCTCAGGGCCACCAA
R L V E PV G R RPb S I L K E D N L K E F D Q L D Q E NDUD G W A G AUHETEV DY TEZKLKTF S D E E
TGCGCTTAGTAGAGCCTGTGGGTCGTCCCTC TATTCTCAAAGAGGATAATC TCAAAGAGT TTGATCAGTTGGATCAGGAGAATGATGATGGTTGGGCAGGGGCCCATGAAGAGGT TGACTACAC TGAAAAGCTCAAGTTCAGCGATGAGG
D GRDSDETETGA ATETGTHT RDTSOQSASTGTETETRTPERPEADTGTZKIKTGNSPRNSTEPRRT RBLKTAWATET
AAGATGGGCGAGAC TCTGATGAGGAGGGAGC TGAGGGCCACAGGGATTCCCAATCAGCTTC TGG TGAGGAACGGCCCCCTGAAGCAGATGGCAAAAAGGGCAACTCCCCCAACAGCGAACCGCCCACTCCTAAGACGGCC TGGGCAGAAA
S R PLRLE T E PR G BEBE A RcK RLRr L RELBXG D Y RLD R G G RERrC K RPRBr A RRE D E D E A W R Q R R K Q S S
CCTCTCGGCCTCCAGAGACAGAGCCGGGACC TCC TGCCCCAAAGCCTCCCC TACCCCCTGGGGAC TACCCAGATCGTGGGGGTCCTCCCTGCAAGCCCCCAGCACCTGAAGATGAGGATGAGGCATGGCGGCAGCGACGAAAGCAGTCGT
s EI1 S LAVETRARTPERTPRE RETETETETRTP RMOQETETRT RAACATETKTLTEKT RTLTDOTETKTFGATPERDZ KT RTLEKATE
CATCTGAGATTTCCCTGGCAGTGGAGCGGGCCCGGCGACGGCGAGAAGAAGAGGAGCGGCGCATGCAAGAAGAGCGCCGGGCAGCCTGTGC TGAGAAGCTCAAGCGACTCGATGAAAAGT TTGGGGCACCTGACAAGCGGCTCAAAGCAG
Rk A A PPt A A PkS T Rt A RLPCPr A V BLK E L RLA PRRCA BCRCPXA S A RPLT RLE T E RKE E BLA Q A RPLRXA Q S
AGCCTGCTGCCCCACCTGCTGCCCCTTCTACCCCAGCCCCACCACCTGCAGTCCC TAAAGAAC TCCC TGCACC TCCAGCTCCACCTCCAGCATCAGCCCCAACACCAGAGACAGAACC TGAAGAGCCAGCACAGGCCCCTCCTGCCCAAT
T RBLT BKG V A A A RT L VS GGGSTSSTSSGSTFTETA ASTP RV EZ ROTLERS KE G RPE RLRLE E V PrRr
CTACTCCTACTCCAGGTGTGGCTGCGGCTCCCACTCTGGTGAGTGGTGGTGGCAGTACCAGTAGCACCAGCAGTGGCAGCTTCGAAGCCAGCCCAGTGGAACCACAAC TGCCCTCAAAAGAGGGTCCTGAACCACCAGAAGAGGTTCCTC
BT T RLRLV RLK V E PkK G D G I G BET R Q RLRLS Q@ G L G Y BLK Y O K S L RLRPLR F Q R Q Q Q E Q L L K
CTCCTACCACACCCCCAGTTCCAAAGGTGGAACCCAAGGGTGATGGGATTGGTCCCACCCGCCAGCCCCCTAGTCAGGGCTTGGGCTACCCCAAATATCAGAAGTCGTTGCCTCCTCGTT TCCAGCGGCAGCAGCAGGAGCAGCTCCTGA
Q Q0 QHOQWOOUHOOQG S APRRIT RxV BLPLS RLREQ RLV T L G A V Bt A PxQ A RLRCPrPrPrK A L Y BPLG A
AGCAGCAGCAGCAGCACCAGTGGCAGCAGCATCAACAGGGCTC TGCCCCTCCTACCCCAGTGCCCCCATCACCACCACAGCCTGTGACCC TGGGGGCTGTGCCAGC TCCACAGGC TCCACCCCCGCCCCCCAAGGCCCTGTACCCAGGTG
L G R BLRCRLM RLRLM N F D RBkR W M M I RLRrY V D RBkR L L Q G R RLRBEL E F Y PLRL G V H PLS G L V RPLR E
CTCTGGGCCGGCCCCCACCCATGCCCCCAATGAACTTTGATCCCCGATGGATGATGATTCCTCCTTATGTGGACCCCCGGCTCCTCCAGGGTCGTCCCCCTCTAGAGT TCTACCCTCCTGG TG TGCATCCC TCTGGCC TAGTTCCCCGAG
R S DS LGTULSSETPRFTDRUH AP RAMLTPERETRTGTRERV D RKILAWYGDVFTATRPRATERRERLT
AGCGTTCAGACAGTCTGGGGCTCAGCTCAGAGCCATTTGACCGTCATGCACCTGC TATGT TACGGGAACGGGGCACTCCACCGGTGGATCCAAAGTTGGCC TGGGTAGGAGATGTCTTCACCGCCACACCCGCTGAACCCCGCCCACTTA
s BxtL R QA ADETDT DTEKTGM® RSET RLRLV RLRCPCPrPrY L A S Y PG F PLE N G A PcG RPoBrl S R F BxL E
CCTCACCTCTGCGCCAGGCTGCGGATGAGGATGACAAGGGGATGAGGAGCGAGAC TCCTCCAGTACC TCCCCCACCACCC TATC TGGCCAGTTATCCAGGC TTTCCTGAGAATGGAGCCCC TGGGCCCCCAATCTCTCGCTTTCCTCTGG
E BEG BELR BLL BEW RLREG S D E V A K I Q T K K E RRREK E E T A Q L T G RLE A G R K L PLA S R S
AGGAACCAGGGCCCCGTCCACTCCCCTGGCCCCCAGGCAGTGATGAAGTGGCCAAGATACAAAC TCCACCACCCAAGAAGGAGCCCCCTAAGGAGGAGAC TGCACAGC TGACGGGGCCAGAAGCAGGCCGAAAGC TGCCCGCGAGTCGGA
G A G RRRLPrPtR R E S R T E T R W G BLR RBLG S S R R G I BLBLE E RLG A RLRPCR R A G RPrl K K R Rr Pr BPr T
GTGGAGCAGGCCCCCCACCACCACGCAGAGAGAGTCGCACAGAGACCCGC TGGGGCCCTCGTCCAGGGAGCAGTCGTCGTGGAATCCCTCCAGAGGAGCCAGGGGCCCCACCCCGCCGGGCTGGGCC TATAAAGAAACCTCCACCACCTA
K V E E L BRRPLK BkL E Q G D E T BLK PRt K RPeD Bl K I T K G K L G G RxK E T BLREN G N L S RPrA RrR L
CAAAAGTAGAAGAGCTGCCTCCCAAGCCCCTCGAACAGGGGGATGAAACCCCCAAACCCCCAAAGCCAGACCCACTCAAGATAACCAAGGGGAAGCTAGGGGGCCCCAAGGAGACCCCACCCAATGGAAATCTTTCCCCTGCCCCAAGGC
R R DY S Y ERV G PRLT S CRGRGURGEYTFARGRSGTFRGT Y GGRGRGGOQANSA AVTESF
TTCGGAGGGACTATTCGTATGAAAGAGTGGGTCC TACCTC TTGCCGGGGTCGGGGCCGAGGCGAGTATTT TGCCAGAGGGAGGGGTTTTCGGGGGACC TATGGGGGACGAGGGCGGGGAGGCCAAGCGAATTCCGCAGTTACCGAGAGTT
E E M M GV EVGQGDOQTTTLLLE REA AA AMEPEARTEHTGARYOQSMPRTEKTSE ERSGAGSGAQEKTO QA A
TCGAGGAGATGATGGGCGTGGAGGTGGGACAGGGGGACCAAACCACCCTCCTGCTCCCCGAGGCCGCCATGCCAGCGAGACACGGAGCGAGGGTTCAGAGTATGAGGAAATCCCCAAGCGGTGCCGGCAGCGGGGCTCAGAAACAGGCAG
R BLM R V I W L L QT RRLPRLH RBER R E H S BLR S S R S BLT T R S PeT L H R A PtA R F T C PBLG V G E
CGAGACCCATGAGAGTGATCTGGCTCCTTCAGACAAGGAGGCTCCCACACCCAAGGAGGGAACACTCACCCAGGTCCTCTCGCTCCCCCACCACCAGGAGCCCCACCCTTCACCGAGCGCCAGCCCGC TTCACGTGCCCGGGGGTCGGCG
S s L BLE G A I S BkG PLR R R E A BLRPLQ V C PrG W S BLBXA K S L A PLK K RLRrT G Rt L BLBLS K E BL L K
AGTCTTCACTCCCAGAGGGTGCCATCTCGCCGGGGCCGAGGAGGAGGGAGGCCCCTCCTCAAGT TTGCCCAGGC TGGAGCCCTCCAGCCAAGTCTCTGGC TCCCAAGAAACCTCCCACAGGCCCTTTGCCACCAAGTAAGGAGCCTTTGA
E K L I BLG RkL S BEV A R G G S N G G S N V GMEDGTETRTERTRRRIEHEGT RAQOQ QT QDK RPRRTF R R L
AAGAGAAGTTGATCCCAGGGCCTCTGTCCCCTGTGGCGCGCGGAGGCAGCAATGGAGGTAGCAATGTGGGCATGGAAGATGGGGAGCGACCCCGAAGGAGGCGACATGGGAGGGC TCAGCAGCAGGATAAACCGCCTCGTTTCCGGAGGT
K Q ERENAARGSETGTIKTERSLTTLZ RASA ATP LGERETEA ATLTTV TV AZPRATP RRRAAA ATKTSPRDTL S
TGAAGCAGGAACGGGAGAATGCCGCAAGGGGGTC TGAGGGC AAGCCC TCCCTAACCCT TCCAGCC TCCGCTCC TGGACCTGAGGAGGCCCTCACAACAGTCACAGTGGCCCCAGCACC TCCGCGGGCAGC TGCCAAGTCTCCTGATCTGT
N 0 NS DO ANETETWTETA ASESSDTFTSER[RGDJKE AP RPRPV L L TP RKA AV GTRGG G G G G
CAAACCAGAACTCAGACCAAGCCAATGAGG AGACTGCATCAGAGAGCAGTGACTTCACCAGTGAGCGCCGAGGGGACAAAGAGGCACCCCCACCAGTACTGC TGACACCCAAGGCTGTGGGAACTCCTGGGGGAGGTGGAGGTG
AV RG I S AMS S QRAKDTLSZKTR RSTFSSQREGMETRTOQNTRTR REPERGZRGGEKAGS S G S
GAGCCGTACCAGGTATTTCAGCCATGTCCCGCGGAGATCTGAGCCAGAGAGCCAAGGATT TGAG TAAACGGAGC TTC TCAAGTCAGCGGCCAGGCATGGAACGGCAGAATCGGCGCCCTGGCCCAGGGGGCAAGGCTGGCAGCAGTGGCA
S S G G G GG G BGGRTGRG[R CDJKk R S W RS RBxkNRSRPRRETERBRRIG L RBXL BRRRRRRCRLS S S
GCAGCAGTGGAGGAGGCGGTGGGGGTCCTGGAGGAAGGACCGGGCCAGGACGAGGCGACAAGAGGAGC TGGCCCTCTCCCAAGAACCGAAGTCGTCC TCCAGAGGAGCGTCCCCCGGGECTTCCCCTGCCTCCCCCACCTCCCAGCAGTT
AV FRLDO QVIHSNERKAGTIOQQATLA ARQLSSRAOQGSVTAZPERRGT GUHE PR H K PG RLBPtQ A BLQ G Rr
CTGCTGTCTTCCGCCTGGACCAAGTTATCCACAGCAACCCTGC TGGCATCCAACAGGCTC TGGCCCAGCT TAG TAGCCGTCAAGGGAGTGTAAC TGCACCAGGGGGTCATCCAAGGCACAAGCC TGGGCCTCCCCAAGCCCCTCAGGGCT
S BkR BLRET R Y E BEQ R V N S G L S S D Bk H F E E BEG RkM V R G V G G T BER D S A G V S PL F RLPL K R
CCTCTCCTAGGCCCCCAACCCGATACGAGCCCCAGAGGGTCAACAGCGGCCTCAGTTCTGACCCCCACTT TGAGGAGCCGGGGCCAATGG TGAGAGGGGTGGGTGGGACTCCTCGGGACTC TGCCGGGGTTAGTCCCTTTCCCCCTAAAC
R ERPRPLRBLR K RLE L L Q E E S L BLBLRLH S S G F L G S K BkE G BtG RLO A E S R D T G T E A L T BLH I
GTCGGGAGCGGCCTCCCAGAAAACCAGAGC TGCTACAGGAGGAATCTTTGCCACCTCCTCATAGCTC TGGATTC TTGGGC TCTAAGCC TGAGGGCCCAGGCCC TCAGGCAGAGTCCAGAGATACAGGCACAGAGGCCC TGACCCCTCACA
W NRLUHTATSR RIKSTYRPERTSMETPRWMETPRLSZPRF EDV AGTTEWMS<QSDSGUVDLSGDS Q
TCTGGAACCGTTTACATACTGCCACTAGCCGAAAGAGT TACCGGCCCACGTCCATGGAGCC TTGGATGGAGCCCCTGAGTCCTT TTGAGGATGTGGC TGGCACAGAAATGAGTCAGTC TGACAGTGGGGTGGACCTGAGTGGGGATTCTC
VS S G RKC S QR S S PD G G L K GAAEGP RRLK R RBEG G S S P L N A V PpC E G RLBL G S E RPLRER R BX
AGGTGTCATCAGGTCCCTGCAGCCAGCGAAGTTCCCC TGATGGAGGACTCAAGGGGGCAGCAGAGGGACCCCCCAAGAGGCCTGGAGGCTCCTCACCCCTGAATGCTGTTCCTTGTGAGGG TCCACC TGGC TCTGAACCTCCTAGGAGAC
BLBL A RBLH D G D R K E L BkR E O Rkl RLBXG BLI G T E R S Q R T D R G T E BLG BLI R BLS H R BEG RLBrV
CACCACCTGCCCCCCACGATGGGGACAGAAAGGAGC TGCCCCGGGAGCAGCCTCTGCCCCC TGGCCCCATTGGCACAGAACGATCACAGCGTACAGACCGAGGCACAGAGCCTGGCCCCATTCGGCCATCCCATCGACCTGGTCCCCCAG
Q FGTSODJEKODSDTLRTLVVGDSTLEKA ATETKTETLTA ASVTTETA ATITPERV SRDUWETLTLTESAAASATE
TCCAGTTTGGCACTAGTGACAAGGACTCAGACTTACGCCTAGTGGTAGGAGACAGCTTGAAAGCAGAGAAGGAGC TAACAGCATCAGTCACTGAGGCCATTCCTGTATCACGAGACTGGGAGC TGCTTCCCAGTGCTGCTGCCTCTGCTG
BEQ S K N L DS G H C V REE RBES S S G Q R L Y BkE V F Y G S A G BES S S @ I S G G S H G L S I T S K
AGCCACAATCCAAGAACCTGGATTCTGGGCACTGTGTCCCGGAGCCCAGC TCCTCAGGCCAGCGCCTGTATCC TGAGGTTTTC TATGGCAGTGC TGGGCC TTCCAGTTCTCAGATCTC TGGGGGGAGCCATGGACTCTCAATTACATCCA
Q W R LRPERGT RS L HPLY R S Q BLL Y L PLRPLG RPLA BLBXS A L L S GV A LIKGT QTFTLDTFTSTMGOQA AT
AACAGTGGAGGCTTCGCCCTGGGACACCCTCACTGCACCCTTACAGATCACAGCCCCTATACCTACCCCCGGGCCCAGCCCCTCCCTCAGCACTGCTC TCTGGGGTAGCTCTCAAGGGCCAGTTTCTGGATTTC TCCACAATGCAAGCTA
E L G K L RLAG G V L Y PLPLPLS F L Y S PBRA F C PrS BXL BED T S L L Q V R Q D L BLS BLS D F Y S T Bx
CAGAGCTGGGGAAGT TGCCGGCTGGAGGAGTTCTCTACCCTCCACCTTCCTTCCTCTACTCTCCGGC TTTC TGCCCCAGTCCTTTGCC TGACACATCGTTGCTTCAGGTACGCCAGGATC TGCCATCCCCTTCGGATTTTTATTC TACTC
L Q BEG G Q S G F L BLS G A BLA Q Q M L L BkM V D S Q L PkV V N F G S L RLRCA BRERL Pr A BLBLBX L S L L
CTCTGCAGCCTGGTGGCCAAAGTGGCTTTCTCCCTTCAGGGGC TCCTGCCCAGCAGATGCTTCTACCCATGGTAGAC TCACAGC TGCC TGTGGTGAAC TTTGGC TCCCTGCCGCCAGCACCACCTCCTGCCCCACCTCCCCTTTCTCTGT
BV G Rt A L QO BLBLS L A V R PLPrPrA BLA T R V L BkS PtA R BLF BLA S L G R A E L H PBLV E L K BLF Q D
TACCTGTGGGCCCTGCTCTGCAGCCCCCCAGCC TGGC TGTGCGGCCCCCACCTGC TCCTGCTACTCGGGTGETGCCTTCACCTGCCAGGCCCTTCCCCGCTAGC TTGGGGCGAGCAGAGC TGCATCCAGTGGAACTAAAGCCGTTCCAGG
Y KL SSNULGGTERGSSRTEPRRTGRSTFSGLNSRTLTEKA ATTERSTTYSOGV FRTAO QRUVTDTLYOQ
ATTATCAARAACTGAGCAGCAACCTTGGGGGACCTGGATCATCACGGACTCCCCCAACTGGAAGGTCCTTCTC TGGCCTCAATTCCCGTC TCAAGGCCACGCC TTCCACC TACAG TGGAGTCTTCCGCACCCAGCGCGTCGACCTTTACC
Q A S PLRrD A L R W I PkX kW E R T G RLRPL PR E G RBksS R R A E E pr G s[R G D)k E B£ G L Ro RL RL R 2142
AGCAGGCCTCCCCACCAGATGCCC TGCGCTGGATACC TAAGCC TTGGGAGCGGACAGGGCCGCCACCTCGAGAAGGGCCC TCCCGACGGGCAGAGGAGCC TGGGTCCCGAGGGGACAAGGAGCC TGGG TTGCCCCCACCCCGE TGAGGGA
GTTCCTCTTGCCCCCTACCCCCGGGGCTTGTATATAGAT TATAAATATATAAGGGGGAAAGGGGTGGGCGGGGAGGGG TTGTGGGGC TGGGGCCTCACTTCCCCTCCTCCCCCTTCCCCTGGTCCCCTGTCCCTGGGGCTGTTTGTTAAA
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single member of each of the BAT2 type B, BAT2 type C, and
BATS3 repeat families (Fig. 2 C-E).

The BAT2 sequence includes four RGD motifs, of which
three are clustered within a segment of 95 aa. The two
intervals spacing these three RGD motifs are glycine-rich and
each contains a sequence of six consecutive glycine residues
(Fig. 3). Preceding the first glycine tract by 17 aa is the motif
Arg-Gly-Asp-Lys (RGDK), which also occurs 8 aa after the
second glycine tract and 8 aa from the BAT2 carboxyl

terminus. The RGD motif functions in cell adhesion by
mediating the interaction of members of the integrin receptor
superfamily with their ligands (25). Most of these ligands,
such as fibronectin, vitronectin, osteopontin, type I collagen,
fibrinogen, and von Willebrand factor contain one or two
RGD sequences. In the entire National Biomedical Research
Foundation data bank, the only proteins that encode more
than two RGD sequences are members of the collagen family.
In addition, of the 18 nonviral eukaryotic proteins in the data
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bank that contain the motif RGDK, 11 are collagens. Thus,
the occurrence in BAT2 of four RGD motifs including three
RGDK sequences, although of uncertain significance, shows
certain parallels with collagen.

DISCUSSION

The BAT2 and BAT3 genes encode large proline-rich pro-
teins with repeated domain structure. Although they do not
appear to be members of any known gene family, the prod-
ucts of these closely linked genes may be functionally related.
BAT?2 and BATS3 share similarities with some transcriptional
regulatory proteins containing zinc finger motifs and proline-
or glutamine-rich regions (19, 26, 27). Similarities were also
observed between BAT2 and BAT3 and a number of other
proteins including the oncogene homolog elk (28), collagens,
elastin, and synapsin (29-31). However, these similarities are
of low statistical significance and merely reflect the common
occurrence of large proline-rich domains in these structurally
and functionally unrelated proteins. Polyproline, polygly-
cine, and individual collagen chains are, however, able to
adopt a common helical structure (32), so it is possible that
a similar conformation might be assumed by some of the
proline- and/or glycine-rich regions in BAT2 and BAT3.

BAT3 contains an amino-terminal ubiquitin-like domain.
This feature is also found in a number of other proteins.
Ubiquitin itself is synthesized as a polyprotein, which is
cleaved subsequently to yield ubiquitin monomers (18). More-
over, four ribosomal proteins are each synthesized with a
perfect amino-terminal copy of ubiquitin, which is deleted in
the mature proteins (18). The gene Anl, whose mRNA is
sequestered at the animal pole of unfertilized Xenopus eggs
and zygotes, encodes an amino-terminal domain showing 48%
homology to ubiquitin (D. Weeks and D. Melton, personal
communication). The proteins encoded by the ribosomal sub-
unit genes, Anl, and to a lesser extent BAT3, contain a
cysteine/histidine-rich region in their carboxyl-terminal por-
tions. Other examples of ubiquitin fusion genes include the
human genes GdX (22) and UCRP (33), of which the latter is
highly inducible by y-interferon. Moreover, in certain strains
of bovine viral diarrhea virus, the presence of a ubiquitin
fusion gene correlates with a cytopathic phenotype (34).

Ubiquitin, as well as other heat shock proteins are highly
conserved stress-response molecules. An ability shared by
these proteins is to serve as molecular chaperones (35-37),
although ubiquitin is best known for its role in protein
degradation. It has been proposed that the ubiquitin domain
in the preprocessed ribosomal proteins serves to stabilize
these proteins prior to their incorporation into multimeric
complexes (38). Therefore, it is possible that the current role
of the ubiquitin-like domain in BAT3 has diverged from an
original chaperoning function.

A large number of genes has been mappeéd in the vicinity of
BAT?2 and BAT3 within the class III region of the MHC (8-10).
In addition to the well-known genes for several complement
components and TNFA and TNFB, this region may encode
other, presently uncharacterized, genes involved in immune
function or in MHC-associated disease susceptibility. The
available data suggest that the organization of genes within this
region of the MHC is highly conserved between human and
mouse (8). In the mouse, a locus within this region governs the
appearance of steroid-induced cleft palate (39). In addition, the
hemopoietic histocompatibility I locus has been mapped to this
region. This locus controls the natural killer cell-mediated
rejection of bone marrow grafts (40). The possible relation of
BAT?2, BAT3, or both to these phenomena as well as any
potential immunological relevance of these genes remain to be
investigated.
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