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ABSTRACT  We have used a 175-nucleotide-long primer ex-
tension product corresponding to the 5’ end of HLA-DR a-chain
mRNA to isolate a genomic clone from a human DNA library. The
entire HLA-DRa gene is contained in two contiguous EcoRI frag-
ments spanning about 7.5 kilobases (kb); most of the sequence has
been determined. The 5’ end of the gene is contained in a 4.4-kb
fragment, and the coding segments and the 3’ untranslated region
are contained in a 3.1-kb fragment. The gene is split into five ex-
ons. The 5’ untranslated region, the leader peptide, and the first
two NH;-terminal amino acids are fused into the first exon. Exons
2 and 3 represent two extracellular coding domains of mature p34.
The transmembrane domain, cytoplasmic domain, and part of the
3’ yntranslated region are merged into a fourth exon. The rest of
the 3' untranslated region is in exon 5. The predicted amino acid
sequence of mature p34, as deduced from its gene structure, has
229 residues and reveals a single potential disulfide loop (between
cysteine residues 107 and 163) as well as a 22-amino acid residue
membrane integrated segment (residues 193-214). Fifteen amino
acids (residues 215-229) reside on the cytoplasmic side of the plasma
membrane. There is considerable amino acid sequence homology
between the second external domains of p34 and p29, as well as
the immunoglobulin-like third domain of HLA-B7, and B;-mi-
croglobulin and the homologous constant region domains of the
light and heavy chains of immunoglobulins.

Human chromosome 6 and murine chromosome 17 contain a
cluster of genes, known as the major histocompatibility com-
plex, that encode a number of cell surface glycoproteins in-
volved in various immune interactions (1-3). The HLA-A, -B,
and -C and H2-K, -D, and -L glycoproteins are designated class
I antigens, and HLA-DR and I(a) are class II antigens. Class I
antigens are expressed on almost all types of cells and consist
of a heavy chain (M,, 45,000) associated noncovalently with B,-
microglobulin (B;m), a protein of M, 11,400. In contrast, the
class IT antigens have limited tissue distribution and are pre-
dominantly expressed on B lymphocytes and macrophages. Class
I antigens consist of a heavy a chain (M,, 34,000; p34) bound
noncovalently to a light B chain (M,, 29,000; p29). The class II
antigens are polymorphic; the p34 chain has limited polymor-
phism, whereas the p29 chains vary among individuals (4-7).

Structural analysis of murine and human class I antigens and
their genes shows that they are divided into a series of discrete
domains—a hydrophobic leader, three extracellular or external
domains, a transmembrane domain, and a cytoplasmic domain
(8-13). Similar to immunoglobulin domains, both the second
and third external domains of class I antigens have a centrally
placed disulfide loop.

Recently, two groups of investigators (14, 15) reported the
amino acid sequence of p29 for class II antigens. One of these
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groups isolated a cDNA clone for a p29-like polypeptide (16).
Several investigators (17-19) have isolated cDNA clones of HLA-
DRa. To date, only a limited amino acid sequence from the
NH, terminus of p34 is known (20).

Earlier work in this laboratory used the primer extension
technique for cloning class I and II genes (19, 21). In the case
of class II genes, a 20-nucleotide-long primer was synthesized
and the 5 y-**P-labeled 20-mer was hybridized to poly(A)*
mRNA from B-cell line LG-2 and extended in the presence of
four deoxynucleoside triphosphates and reverse transcriptase to
give a 175-nucleotide-long product encoding the 5' end of HLA-
DRa mRNA (19, 22), which was used to isolate a genomic clone
(22). The genomic DNA was subcloned into plasmid pBR328.
Two clones with inserts of 3.1 and 4.1 kilobases (kb) hybridized
with the p34 probe. The 5’ end of the gene was contained in
a 2-kb Bgl 1I-Bgl I1 fragment of the 4.4-kb EcoRI insert, whereas
all the coding sequence and the 3’ untranslated region of the
gene were present in the 3.1-kb EcoRI fragment. The entire
gene was contained within these two contiguous EcoRI frag-
ments spanning about 7.5 kb.

We report here the nucleotide sequence of the 7.5-kb frag-
ment of a human genomic clone of HLA-DRa. This sequence
includes five exons and predicts the complete amino acid se-
quence of the mature precursor p34 polypeptide. Analysis of
the structure of the HLA-DRa gene and the deduced amino
acid sequence of mature p34 revealed that, like the class I genes,
exons 2 and 3 of HLA-DRa may correlate with the two struc-
turally defined external protein domains of p34. Unlike the class
I antigens, the transmembrane and the cytoplasmic domain of
p34 are fused into exon 4. Considerable sequence homology
exists between the second external domain of mature p34 and
p29, as well as the third external domain of HLA-B7, B.m, and
the corresponding homologous constant region domains of im-
munoglobulin light and heavy chains. These results suggest that
an immunoglobulin-like domain is also preserved in the p34
polypeptide.

MATERIALS AND METHODS

Materials. Restriction enzymes and T4 DNA ligase were
purchased from New England BioLabs and Bethesda Research
Laboratories. The dNTPs were obtained from Collaborative
Research (Waltham, MA), Escherichia coli DNA polymerase
large fragment was from P-L Biochemicals, T4 polynucleotide
kinase was made from a T4-infected E. coli strain. [y-32P]ATP
(2,000-3,000 Ci/mmol; 1 Ci = 3.7 X 10" Bq) and [a-*2P]dNTP
(7,900 Ci/mmol) were purchased from Amersham.

Subcloning of EcoRI- and HindIII-Digested Genomic Frag-
ments. Subcloning of 3.1-kb and 4.4-kb EcoRI fragments and

Abbreviations: kb, kilobase(s); bp, base pair(s); B,m, Be-microglobulin.
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a 2.3-kb HindIII fragment in pBR328 and pBR322 was done as
described (22).

Restriction Map of HLA-DRa. A restriction map for HLA-
DRa was constructed by the procedure of Smith and Birnstiel
(23) as described (22).

DNA Sequence Analysis. To determine the sequence of the
3.1-kb EcoRI fragment, the plasmid was digested with EcoRI
and HindIIl, and 2-kb and 1.1-kb EcoRI-HindIII insert frag-
ments were purified from a 40-cm-long 4% acrylamide gel.
Similarly, a 2-kb Bgl II-Bgl II fragment of the 4.4-kb EcoRI
insert was also purified. These DNA fragments were digested
with different restriction enzymes and labeled at the 5’ end with
[y-32P]ATP and T4 3?olynucleotide kinase or at the 3’ end with
the appropriate [a-°>*P]JdANTP and E. coli DNA polymerase I large
fragment or [**P]cordycepin and terminal transferase.

The rest of the 4.4-kb EcoRI fragment and a portion of the
2.3-kb HindIII fragment were analyzed by cutting the whole
plasmid with the appropriate enzymes and labeling the 3’ end
of the DNA fragments with [@-**P]JdNTP and E. coli DNA poly-
merase large fragments. The DNA fragments were subjected
to sequence analysis by the method of Maxam and Gilbert (24).

RESULTS AND DISCUSSION

We isolated a genomic clone from a partial EcoRI-digested hu-
man B-cell (JY) DNA library in phage A Charon 4A with the
175-mer probe as described (22); we also isolated an additional
six partial homologous genes. This original clone (HLA-DRa)
was subcloned into the EcoRI sites of pBR328, and two sub-
clones containing 3.1-kb and 4.4-kb inserts were found to hy-
bridize with the 175-mer.

Restriction Map of HLA-DRa. Fig. 1 shows the restriction
map of clone HLA-DRa. We determined the restriction maps
of the 3.1-kb and 4.4-kb EcoRI fragments separately. Because
only the 2-kb-long Bgl I1-Bgl II fragment of the 4.4-kb EcoRI
insert hybridized with the 175-nucleotide-long probe (data not
shown), the 5’ portion of the gene must be contained within
this fragment. Exons and introns were assigned only on the ba-
sis of DNA sequence data. In order to construct a restriction
map of HLA-DRa, we also subcloned the genomic insert into
the HindIII site of pBR322. Only a single clone, containing a
2.3-kb HindIII insert, hybridized with the 2-kb EcoRI-HindIII
DNA fragment of the 3.1-kb EcoRI insert. The 2.3-kb HindIII
fragment contained a single EcoRI restriction site approxi-
mately 250 base pairs (bp) from its 5' HindIII end. The nu-
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FiG. 1. Restriction map of the HLA-DRa gene and positions of in-
dividual sequences obtained. The 4.4-kb and 3.1-kb EcoRI fragments
and 2.3-kb HindIlI fragment were isolated for DNA sequence analysis.
The location of exons are indicated by black rectangles. The hatched
box denotes the 3’ untranslated region. The Alu sequences are also shown.
E, EcoRI; H, HindIII; Bg, Bgl II; Pv, Pvu I M, Msp I;N,NcoI; X, Xba
LIS, SstL; T, Tag I K, Kpn I; P, Pst L Solid arrows, length of the se-
quence obtained in the 5’ — 3’ direction with [y-*’PJATP-labeled frag-
ments; dashed arrows, length of sequence obtained in the 3' — 5’ di-
rection obtained by 3'-end-labeling with [a-*’PJANTP; dotted arrows,
length of sequence obtained in the 3’ — 5’ direction by labeling the 3’
end with cordycepin.
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cleotide sequence of the 5’ HindIII end across the EcoRI site
was identical with that of the 3' HindIII-EcoRI DNA fragment
of the 4.4-kb EcoRI clone and also overlapped the 5’ EcoRI end
of the 3.1-kb EcoRI clone. This result showed that HLA-DRa
gene is contained in two contiguous EcoRI fragments spanning
about 7.5 kb.

Nucleotide Sequence of HLA-DRa. The nucleotide se-
quence of HLA-DRa was determined by the method of Maxam
and Gilbert (24). The DNA sequence starting from the 5' Bgl
II end is given in Fig. 2. The nucleotide sequence was deter-
mined on both strands at many parts of the insert. The se-
quence was confirmed by analysis twice in the same direction.
Comparison of the genomic sequence with that of the 175-nu-
cleotide-long extension product (19) and with the cDNA se-
quence of HLA-DRa (18) clearly indicates that HLA-DRa is
split into five exons. Exon 1, assigned on the basis of the nu-
cleotide sequence of the 175-mer extension product, contains
the 5’ untranslated region and a leader peptide containing 25
amino acids, of which 18 are hydrophobic. In contrast to class
I genes (10-13), the first two NHy-terminal amino acids are
contained in exon 1. In the case of class I genes, exon 1 was
identified by characterizing the donor-acceptor sites in the in-
tron—exon junction because the sequence of the 5’ end of the
mRNA was not known. In our case, with the primer extension
method, the 5’ sequence of HLA-DRa was obtained and hence
the sequence of the 5’ hydrophobic signal peptide is con-
firmed.

Exons 2-5 were assigned on the basis of the presence of typ-
ical donor-acceptor sites and confirmed by cDNA sequence data
(18). Exon 2 contains amino acid residues 3-84 and may rep-
resent the first external domain of the p34 polypeptide. Amino
acid residues 85-178 are contained in exon 3 which comprises
the second external domain of p34. Exon 4 contains amino acid
residues 179-229 and a stop codon at amino acid position 230.
The predicted amino acid sequence data in this region indicate
the presence of a stretch of hydrophobic amino acids (residues
193-214) followed by 15 amino acids (residues 215-229) of which
most are hydrophilic. In the case of class I antigens and also the
human p29 polypeptide, it has been found that a stretch of hy-
drophobic amino acids at the COOH terminus represents the
membrane-integrated region. This is followed by a sequence of
charged amino acids representing the cytoplasmic domain of
the proteins (14, 25). Thus, in the case of p34, the hydrophobic
amino acid residues 193-214 represent the membrane-inte-
grated region of p34 and residues 219-229 are exposed inside
the cytoplasm. By analogy with the structure of class I genes,
amino acid residues 179-214 and residues 215-229 represent
the transmembrane and cytoplasmic domains of the p34 poly-
peptide, respectively (25).

The structure of class I genes revealed that the transmem-
brane domain is present in a separate exon and the cytoplasmic_
domain is split into several exons (10-12). The sequence of the
class I genes in this region raises the possibility that alternative
splicing events may produce alternative forms of class I mRNA,
resulting in proteins containing different cytoplasmic domain.
Because both the transmembrane and cytoplasmic domains of
p34 are fused into a single exon, there is less possibility of al-
ternative splicing events in this region of HLA-DRa. Thus, only
one form of p34 polypeptide is implicated by the gene struc-
ture. Exon 4 also contains 11 nucleotide residues from the 3’
untranslated region of the gene. The rest of the 3' untranslated
region is contained in exon 5. In the case of the HLA-B7 gene,
the 3’ untranslated region is also present in a separate exon,
whereas the 3' untranslated region of a mouse transplantation
antigen gene is fused with the last cytoplasmic domain in a sin-
gle exon (10).
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AGATCTTTAAT AATCATATGACAAGAGAAAAACTTTCATAATCTTATGACATGAGGGAAGGAATATTAAAGCCGTTCTGTGAGTTATTATCTCTAACGTTCCCAAT]AGAATAGGCTTTG 119
CCAGCITGGGTGCGGYGGCTCATGCCTGTAATCCCAGCACTTTGCGAGGCCAAGGCGGGCAAATCACGAGGTCAGGAGTCTGAGACCAGCCTGACCAACATGGTGAAACCCCGTCTCTACT 239
Alu Sequence

AAAAATACAAAAATTAGCC - -- GGGAGGCCGAGATTACAATGAGCTGAGATCACACCACCAACTCCAGCTTGGGCGACAGAGCAAGACTCTGTCAAAAAAAAAAAAAAAAAAA[AGAAT 354
AGGCTTTGCCACTJATACTCTCTCATATTCATTGACCTTGAATCCTCAAATGAGGTGTGTCCATTAGTCAACTCCAATCTCTTGTCATATATAAGATGGTAGAGATGAGAAGAAGGTAGCT 474
CCTTTACAGCCCACTATTTCCACTAACTACTACCTGTGTTTCAAGATACAGCCTTTCACCTCCTTCTCCAGTGTTGAGAGTGTTGAACCTCAGAGTTTGTCCTGICATTTTCTCTAAATGAGA 597
TACAATGCCAGCCATCCCAAGCTCTTGGCCTGAGTTGATCATCTTCAAGTCTAGGACTCCAAGAAGCATGAAAAGAGCTTCTTTAGTGAAGCTATGTCCTCAGTACTGCCAAAATTCAGAC 717
AATCTCCATGGCCTGACAATTTACCTTCTATTTGGGTAATTTATTGTCCCTTACGCAAACT CTCCAACTGTCATTGCACAGACATATG ATCTGTATTTAGCTCTCACTTTAGGTGTTTCCAT 839

CGATTCTATTCTCACTAATGTGCTTCAGGTATATCCCTGTCTAGAAGTCAGATTGGGGTTAAAGAGTC TGTCCGTGATTGACTAACAGTCTTAAATACTTGATTTGTTGTTGTTGTTGTCCTG 962
TTTGTTTAAGAAACTTTACTTCTTTATCCAATGAACGGAGTATCTTGTGTCCTGGACCCTTTGCAAGAACCCTTCCCCTAGCAACAGATGCGTCATCTCAAAATATTTTTCTGATTGGCCAA |084

‘CAP" Site
AGAGTAATTGATTTGICATTTTJAATGGT CAGACTC[TATTAJCACCCCACATTCTCTTTTCTTTT{ATIICTTGTCTGTTCTGCCTCACTCCCGAGCTCTACTGACTCCCAAAAGAGCGCCCAAG 1204

Exon 1
Met Ala lle Ser Gly Val Pro Val Leu Gly Phe Phe lle lle Ala Val Leu Met Ser Ala GIn Glu Ser Trp Ala lle Lys G

AAGAAA ATG GCC ATA AGT GGA GTC CCT GTG CTA GGA TTT TTC ATC ATA GCT GTG CTG ATG AGC GCT CAG GAA TCA TGG GCT ATC AAA G GTAGGTGCTGAGGGAATGA |31 |
ST Leader peptide

AATCTGGGACGATAGACTACGAAGCATTGGAGAAAAGACCTATGGACATTTGGAAGATAATGTGTGGAGTGAAAGAATAGTGTGACAGGTATTATGTGGTCTCGACAGAAAGTATAAC 1429
AAATTGTGGTTTGGTGGAGTTCTTCCCTCACCACAAACTGAAGTAAGTCAAATTTGGTTTAGAGGGTCAAAACTGAGTTGTGTATTGGTGAATAGCACGGTCCTGCTACAAGCCAAACTG 1549
GGGGTGGGGGTGGGGGTGGGGGAGGAAGAATATTTTCTGGCAAGCATTAACAAGTTATATTTCTGGGCTTTAATTATTCTTCTGGAAAATTAGTAAAATTAAAAACTAAAAACCACACA | 668
TAGTTTTGCTAGATTAATCAAAAAAAAAGTTATTAGCCCTGTTCTTATCTGAATACATGATACAGTAGTTATTTTTTGGAGTGTAAATCTGTCGGTATATATCAGCACATATATTGTGTGA | 789
AGATTACTAGAAGGAAAAGTCATCGAAAAGCAACAATTTACCCCAGGAAAAGGGGAGGGAAGGCATGCTGATATGAGTTGCCTCATGGGACAGTGATAGCCATTCCCTGCCTTCCCATCT (909

CC--"AGATCTTTATATCATGTTAACTTAGTAATATTTCCAAGAGAGTAGAAAAATAAGTAAGGAAATGGGGAATCTGATATTATTGTCTCTCATCTCCAGAGCAACATTGGTGCTGTTGTA 2028
AAGATGTACTGTAGAAAAGTATTCTTCACCCAGCGTGACCCCCACAGAAGGTGTCAGGTAGACTTGAAATAAGCAAAGTAATAACCCAGCTCCCATACCCATAGTCGCAATTGTAGATTT 2 148
CTATTGCCCCAAAAGAGCCATACATAGGGATACTTACCTAGAAAGACAGAGGATCTTCCCTTGGTTTGTGAAGAGGCAGCTAGTATATTTGTGTGTATTTGCATAGATGCAAAGCGTAAA2268
TAAATTCCTAGGTTTATC --- - - GTCTCAAACAACCAAACCAAAACA23 10
AAACAAAATATCTCACCTTATCTTTGAAGACTAAGGAAAAAAAAAATCTCCCACTCATCGATACACTCCACAGAGGCAGCATACTCTCCCAGCGCA GCTTTCTCTTTTCATGTTCATTATT 24 3|
CCCTTGGTGTTGGTTATTCTCAATGTCAATCGTAACAGAACATCTTCCATAATAACAGTCCCAATTTAAGGAGCATTAAGATAAAAGGTGGAATTG CCAAGGTCAATC CAGACGAGAACC 2551
TTCTCATAGAGGTAACCACCGTGTGGGT T TGGATGCTGGGAAGCAGGGGGAC TATGACGC TACAAGGTCTCAGTCT TAAT TT TTGGAGTACT TCAGTCCCCAG GTATATTT TCCATAGATTTGGCCC 2678
TTAAATAAAAAG AAGCTTCTGACTCTAAAATGTAAACAGTGCTTGTTACAGTCTTGTTGATATAYTAAGAAATTACTCACCTTATCTCATTTAATCTTAAAAACAAACCCCTGACAGGATC 2799
AAAACCACAGCAGGACTACATAATAGGAAAACTATACATAAATAGGTAGAATAATCTGCTCAGGATCACTAGGTAAGTTGCTGAATAAGAATTCAAGATGTTTTTGATCCCAGAGTTTA 2918

AAACCCAACCTTTCAAACAGTGTTTCCTTCTTCTTAGAGTACAATGTTTCTGAGAAGAGACCTCTGGAA?TCTGGCCTAAGTGTATTTAATGCCCGGGTAAAGAAAGTGAGAGAACA?TT3038
CTCTTTAGGGGCTGCTGCTGGATTTCTAAAAAGAAAATAATTT CTCA GCT AGT AACA TGGA GCCAA ACAACAGC TTCACA AGACTCTGGG TTCTTTA GCCCTCATCTCCTT CATTC 3154
CA CCCTCTTTATAACCAGTCCTTCTTGTTTTTCCCCTCCCAGCTTTGTTCAGCAGCATGCTTTCACCCAGACCTTGTCTTGTCACTCATCCCTACTCGCCATCAT TCTTTCATTCCTCTTGGC 3277

fu Glu His Val lle lle Gin
CCAATCTCTCTCCACCACTTCCTGCCTACATGTATGTAGGTTATTCATTTCCCTCTCTTGATTCCCCCCACCCAACTCTCTTTCTCCATTTCTTGCCTTTCAG AA GAA CAT GTG ATC ATCCcAG3A00

Exon 2

Ala Glu Phe TyrLeu Asn Pro Asp Gin Ser Gly Glu Phe Met Phe Asp Phe Asp Gly Asp Glu lle Phe His Val Asp Met Ala Lys Lys Glu Thr Val Trp Arg
GCC GAG TTC TAT CTG AAT CCT GAC CAA TCA GGC GAG TTT ATG TTT GAC TTT GAT GGT GAT GAG ATT TTC CAT GTG GAT ATG GCA AAG AAG GAG ACG GTC TGG CGG 3505
Leu Glu Glu Phe Gly ArgPhe Ala Ser Phe Glu Ala Gin Gly Ala Leu Ala Asn lle AlaVal Asp Lys Ala Asn Leu Giu lle Met Thr Lys Arg Ser Asn Tyr
CTT GAA GAA TTT GGA CGA TTT GCC AGC TTT GAG GCT CAA GGT GCA TTG GCC AAC ATA GCT GTG GAC AAA GCC AAC CTG GAA ATC ATG ACA AAG CGC TCC AAC TAT 3610
Thr Pro lle Thr Asn V

ACT CCG ATC ACC AAT G GTACCTCCCTCTCTGCTGCACTCCTGGACATGGGAATCCATAGTTTGAAAGTAGTTGCTTCAGCTCTTTGTGTTAGATTATTGTAACTGATTTTCCCTCCAAGG 3730
GCCTAACCTTGCCATTAACAAGCCCCAAATTCTCATGCCAGAGGTCTGAGAACTTTATGGGTTTGATCCTATCTTGTTGTGCTCAAGTCTTGTCTCTGTCATCCATGGTCTCCTACGAAGTC 3852
ATTGCCCTAAGTTCATGCTAGGGGAGCCAGAAGGGAAGTCCTTGGATATCTTATACCTCAATATTGGCTCAATTTCTTGGGGAGGGGGTGCTGTCAGAGATTGTTATCTGAGGATGTGAC 3972
ATAGATTTCTCAGGGCACAATTTCAACTACTTTTTCAGCTTTAGGGTTTTTAGATACGTTTGTACCACAATTGAGCATGGGAGGGAGAGGGGTGAGCCTAAGCAGTGATGGCTGATTTCT 4092

Exon3
al Pro Pro Glu Val Thr Val Leu Thr AsnSer Pro Val Glu Leu ArgGlu Pro Asn Val Leulle CysPhe lie Asp Lys Phe
GTCACGTCTGTCATGTGTCCCCCAG TA CCT CCA GAG GTA ACT GTG CTC ACG AAC AGC CCT GTG GAA CTG AGA GAG CCC AAC GTC CTC ATC TGT TTC ATC GAC AAG TTC 4200

ThrPro Pro Val Val Asn Val Thr Trp Leu Arg Asn Gly Lys Pro Val Thr Thr Gly Val Ser Glu Thr Val Phe Leu Pro Arg Glu Asp His Leu Phe Arg Lys
ACC CCA CCA GTG GTC AAT GTC ACG TGG CTT CGA AAT GGA AAA CCT GTC ACC ACA GGA GTG TCA GAG ACA GTC TTC CTG CCC AGG GAA GAC CAC CTT TTC CGC aAG 4305
Phe His Tyr Leu ProPhe LeuPro Ser Thr Glu Asp Val Tyr Asp Cys Arg Val Glu His Trp Gly Leu Asp Glu Pro Leu Leu LysHis Trp G
TTC CAC TAT CTC CCC TTC CTG CCC TCA ACT GAG GAC GTT TAC GAC TGC AGG GTG GAG CAC TGG GGC TTG GAT GAG CCT CTT CTC AAG CAC TGG G GTATGGACCAACAC 4413
TCAATCTCCTTTATTTCAAGGTTTCCTCCTATGATGCTTGTGTGAAACTCGGTGTTCTAACTGTTTCATAATATCTGCTACAATTAATATAACTGTCTYCTCCTACTATCCAGCTTCCTCCTT 4536
TTTTTAATCTGTAATTCTCTCAATACATCATTCTGTCTTCCTCTTCTTTAATCTATGAATAACTTTTCTCTTTATTAAGAACCCTACATTTGATTCTGAGTGTTACTTCTTCCCACACTCATTA4660

lu Phe Asp AlaPro Ser Pro Leu Pro Glu Thr Thr Glu Asn Val Val Cys Ala Leu Gly Leu Thr Val Gly Leu Val Gly lle
CCATGTACTCTGCCTTATCTCCCCCA G AG TTT GAT GCT CCA AGC CCT CTC CCA GAG ACT ACA GAG AAC GTG GTG TGT GCC CTG GGC CTG ACT GTG GGT CTG GTG GGC ATC 4770

Exon 4
le lle Gly Thr lle Phelle lle Lys Gly Val Arg Lys Ser Asn Ala Ala Glu Arg Arg Gly Pro Leu

ATT ATT GGG ACC ATC TTC ATC ATC AAG GGA GTG CGC AAA AGC AAT GCA GCA GAA CGC AGG GGG CCT CTG TAAGGCACATGGAGGTGAGTTAGGTGTGGTCAGAGGAAGA 4 879
o E——
CATATATGGAGATATCTGAGGGAGGAAAACAGGGTGGGGAAAGGAAATGTAATGCATTTAAGAGACAAGGTAGGAACAGATGTGGCTCTTGATTTCTCTTTGC‘I’AGAATGAATCAGAC 4997
ATTGGTATCATCTGGTATCCCAAAGCTTCAGGGTCTGTCATCCCTTTCTATAGACGGGCACCTTGATCACGGCTCCAGTCTTAGAAATCATCTCCAGTACCTAAAACCATTGTTTCACATTA 5119
GAATACTGAGTCTAGGGATCTAGAAAAYACATTAGAA1’ATGGAGTCTAGGGATCTAGAAAATACTGAGTCTAGGGATCTAGAAAAATMGCCTCAAGATYTGGGCACATCCTAGCTTGT 5238
ATTTCTTGGGGCAGGTCATCAGTTCAGAAGCATTTCCAGATCCTGGCTCCTTTCAGGTYAGGGTCAATTCATTGCATGAAATGGGAATCTCTTAGAGGCCAATGCCTGCTTTTGCTTCTTTA 5360
GTCTCAAATGTAGTATGAGAAACTCTAAAAAAAGGTAAAGCATGGTTGCTTATTATGTTCAGTTGGAGAGTAGGAACTAACTGTATACAGTTAGTTCATGTTGGAAAGGTTAGATGAAC 5479
ATTGAAAGAATTTTGCAAAGTCAAAGGATTAAGAGAGAAGAGGAAGGAATCTGAAGCAAGGAGCTCAATGCGGATCTTAAATTCCTTG GTAACTATGTGTGTCTTGCTATAGGTGAT 5596

GGTGTTTCTTAGAGAGAAGATCACTGAAG AAACTTCTGCTTTAATGACTTTACAAAGCTGGCAATATTACAATCCTTGACCTCAGTGAAAGCAGTCATCTTCAGCGTTTICCAGCCCTATA 5717
Exon$S

GCCACCCCAAGTGTGGTTATGCC?CCTCGATTGCTCCGTACTCTAACATCTAGCTGGCTTCCCTGTCTATTGCCTTTTCCTGTATCTATT‘ITCCTCTATTTCCTATCA| TTTATTATCACCATG 5841

CAATGCCTCTGGAATAAAACATACAGGAGTCTGTCTCTGCTATGGAATGCCCCATGGGGCATCTCTTGTGTACTTATTGTTTAAGGTTTCCTCAAACTGTGA| TTTTCTGAACACAATAAA 5962
Poly (A) Signal Poly (A) Signal

CTATTTTGATGATCTIGGGTGGAATTTTTGGTGTTTAAGCCAGTTCTTTGGGTGGCGGTGGGGGGTGGGGAGTCGGTCCTAGGGAATATATGTGATCCTTTCCCGGTAAAATATCTGAAT 6082
GTTGAATTTATCTTATAAATTCTAGAATTC 6112

FiG. 2. DNA sequence of the 6.3-kb Bg! [I-EcoRI DNA fragment of HLA-DRa gene. The amino acid sequences encoded by exons of HLA-DRa
are shown above the DNA sequences. The 3’ untranslated region is underlined. The region of Alu sequences, the CAT box, the TATA box (promoter),
and the mRNA transcription initiation site (CAP site) are marked. **+, Stop codon; polyadenylylation signals are also indicated. ———, Stretch of

DNA for which the sequence has not been determined. Numbers on the right have not been adjusted for the estimated lengths of segments of DNA
represented by dashes.
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AGATCTTTAATAATCATATGACAAGAGAAAAACTTTCATAATCTTATGACATGAGGGAAGGAATATTAAAGCCGTTCTGTGAGTTATTATCTCTAACGTTCCCAAT'AGAATAG§CTTTG 119
CCAGCITGGGTGCGGTGGCTCATGCCTGTAATCCCAGCACTTTGCGAGGCCAAGGCGGGCAAATCACGAGGTCAGGAGTCTGAGACCAGCCTGACCAACATGGTGAAACCCCGTCTQTACT 239

u juence
AAAAATACAAAAATTAGCC--- GGGAGGCCGAGATTACAATGAGCTGAGATCACACCACCAACTCCAGCTTIEG(SS::QGA(;AGAGCAAGACTCTGTCAAAAAAAAAAAAAAAAAAAEGAAT 354
AGGCTTTGCCACTJATACTCTCTCATATTCATTGACCTTGAATCCTCAAATGAGGTGTGTCCATTAGTCAACTCCAATCTCTTGTCATATATAAGATGGTAGAGATGAGAAGAAGGTAGCT 474
CCTTTACAGCCCACTATTTCCACTAACTACTACCTGTGTTTCAAGATACAGCCTTTCACCTCCTTCTCCAGTGTTGAGAGTGTTGAACCTCAGAGTTTCTCCTCTCATTTTCTCTAAATGAGA 597
TACAATGCCAGCCATCCCAAGCTCTTGGCCTGAGTTGATCATCTTCAAGTCTAGGACTCCAAGAAGCATGAAAAGAGCTTCTTTAGTGAAGCTATGTCCTCAGTACTGCCAAAATTCAGAC 7 |8
AATCTCCATGGCCTGACAATTTACCTTCTATTTGGGTAATTTATTGTCCCTTACGCAAACT CTCCAACTGTCATTGCACAGACATATGATCTGTATTTAGCTCTCACTTTAGGTGTTTCCAT 840
CGATTCTATTCTCACTAATGTGCTTCAGGTATATCCCTGTCTAGAAGTCAGATTGGGGTTAAAGAGTCTGCCGTGATTGACTAACAGTCTTAAATACTTGATTTGTTGTTGTTGTTGTCCTG 9@ |
TTTGTTTAAGAAACTTTACTTCTTTATCCAATGAACGGAGTATCTTGTGTCCTGGACCCTTTGCAAGAACCCTTCCCCTAGCAACAGATGCGTCATCTCAAAATATTTTTCTGATTGGCCAA |08 3
‘CAP* Site
AGAGTAATTGATTTGICATTTTIAATGGT CAGACTCTATTAJCACCCCACATTCTCTTTTCTTTTATIICTTGTCTGTTCTGCCTCACTCCCGAGCTCTACTGACTCCCAAAAGAGCGCCCAAG | 203

Exon 1
.
Met Ala lle Ser Gly Val Pro Val Leu Gly Phe Phe lle lle Ala Val Leu Met Ser Ala GIn Glu Ser Trp Ala lle Lys G

AAGAAA ATG GCC ATA AGT GGA GTC CCT GTG CTA GGA TTT TTC ATC ATA GCT GTG CTG ATG AGC GCT CAG GAA TCA TGG GCT ATC AAA G GTAGGTGCTGAGGGAATGA 1310
—_— e eader id

AATCTGGGACGATAGACTACGAAGCATTGGAGAAAAGACCTATGGACATTTGGAAGATAATGTGTGGAGTGAAAGAATAGTGTGACAGGTATTATGTGGTCTCGACAGAAAGTATAAC 428
AAATTGTGGTTTGGTGGAGTTCTTCCCTCACCACAAACTGAAGTAAGTCAAATTTGGTTTAGAGGGTCAAAACTGAGTTGTGTATTGGTGAATAGCACGGTCCTGCTACAAGCCAAACTG | 548
GGGGTGGGGGTGGGGGTGGGGGAGGAAGAATATTTTCTGGCAAGCATTAACAAGTTATATTTCTGGGCTTTAATTATTCTTCTGGAAAATTAGTAAAATTAAAAACTAAAAACCACACA |667
TAGTTTTGCTAGATTAATCAAAAAAAAAGTTATTAGCCCTGTTCTTATCTGAATACATGATACAGTAGTTATTTTTTGGAGTGTAAATCTGTCGGTATATATCAGCACATATATTGTGTGA |788
AGATTACTAGAAGGAAAAGTCATCGAAAAGCAACAATTTACCCCAGGAAAAGGGGAGGGAAGGCATGCTGATATGAGTTGCCTCATGGGACAGTGATAGCCATTCCCTGCCTTCCCATC 907
TCCAGATCTTTATATCATGTTAACTTAGTAATATTTCCAAGAGAGTAGAAAAATAAGTAAGGAAATGGGGAATCTGATATTATTGTCTCTCATCTCCAGAGCAACATTGGTGCTGTTGTA 2027
AAGATGTACTGTAGAAAAGTATTCTTCACCCAGCGTGACCCCCACAGAAGGTGTCAGGTAGACTTGAAATAAGCAAAGTAATAACCCAGCTCCCATACCCATAGTGGCAATTGTAGATTT 2 |47
CTATTGCCCCAAAAGAGCCATACATAGGGATACTTACCTAGAAAGACAGAGGATCTTCCCTTGGTTTGTGAAGAGGCAGCTAGTATATTTGTGTGTGTTTGCATAGATGCAAAGCGTAAA 2267
TAAATTCCTAGGTTTATC --- 2285

GTCTCAAACAACCAAACCAAAACAAAACAAAATATCTCACCTTATCTTTGAAGACTAAGGAAAAAAAAAATCTCCCACTCATCGATACACTCCACAGAGGCAGCATACTCTCCCAGCGCA 2405
GCTTTCTCTTTTCATGTTCATTATTCCCTTGGTGTTGGTTATTCTCAATGTCAATCGTAACAGAACATCTTCCATAATAACAGTCCCAATTTAAGGAGCATTAAGATAAAAGGTGGAATTG 2526
CCAAGGTCAATCAAGCTTCTGACTCTAAAATGTAAACAGTGCTTGTTACAGTCTTGTTGATATATTAAGAAATTACTCACCTTATCTCATTTAATCTTAAAAACAAACCCCTGACAGGATC 2647
AAAACCACAGCAGGACTACATAATAGGAAAACTATACATAAATAGGTAGAATAATCTGCTCAGGATCACTAGGTAAGTTGCTGAATAAGAATTCAAGATGTTTTTGATCCCAGAGTTTA 2766
AAACCCAACCTTTCAAACAGTGTTTTCTCTAGAGTACAATGTTTCTGAGAAGAGACCTCTGATTCTGAATTCTGGCCTAAGTGTATTTAATGCCCGGGTAAAGAAAGTGAGAGAACATTT 2886
CTCTTTAGGGGCTGCTGCTGGATTTCTAAAAAGAAAATAATTTCTCAGCTAGTAACATGGAGCCAAACAACAGCTTCACAAGACTCTGGGTTCTTTAGCCCTCATTCTTCCTTTCATGTTC 3007
CACCCTCTTTATAACCAGTCCTTCTTGTTTTTCCCCTCCCAGCTTTGTTCAGCAGCATGCTTTCACCCAGACCTTGTCTTGTCACTCATCCCTACTCGCCATCATTCTTTCATTTCCTCTTTGGC 3132

fu Glu His vaL lle lle Gin
CCGAATCTCTCTCCACCACTTCCTGCCTACATGTATGTAGGTTATTCATTTCCCTCTCTTG ATTCCCCCCACCCAACTCTCTTTCTCCATTTCTTGCCTTTCAG AAGAACATGTGATCATCCAG3255

Exon 2

Ala Glu Phe TyrLeu Asn Pro Asp GIn Ser Gly Glu Phe Met Phe Asp Phe Asp Gly Asp Glu lle Phe His Val Asp Met Ala Lys Lys Glu Thr Val Trp Arg
GCC GAG TTC TAT CTG AAT CCT GAC CAA TCA GGC GAG TTT ATG TTT GAC TTT GAT GGT GAT GAG ATT TTC CAT GTG GAT ATG GCA AAG AAG GAG ACGGTC TGGCGG 3360

Leu Glu Glu Phe Gly ArgPhe Ala Ser Phe Glu Ala Gin Gly Ala Leu Ala Asn lle AlaVal Asp Lys Ala Asn Leu Glu lle Met Thr Lys Arg Ser Asn Tyr

CTT GAA GAA TTT GGA CGA TTT GCC AGC TTT GAG GCT CAA GGT GCA TTG GCC AAC ATA GCT GTG GAC AAA GCC AAC CTG GAA ATC ATG ACA AAG CGC TCC AAC TAT 3466
Thr Pro lle Thr Asn V

ACT CCG ATC ACC AAT G GTACCTCCCTCTCTGCTGCACTCCTGGACATGGGAATCCATAGTTTGAAAGTAGTTGCTTCAGCTCTTTGTGTTAGATTATTGTAACTGATTTTCCCTCCAAGG 3586
GCCTAACCTTGCCATTAPCAAGCCCCAAATTCTCATGCCAGAGGTCTGAGAACTTI'ATGGGTTTGATCCTATCTTGTTGTGCTCAAGTCTTGTCTCTGTCATCCATGGTCTCCTACGAAGTC 3708
ATTGCCCTAAGTTCATGCTAGGGGAGCCAGAAGGGAAGTCCTTGGATATCTTATACCTCAATATTGGCTCAATTTCTTGGGGAGGGGGTGCTGTCAGAGATI‘GTTATCTGAGGATGTGAC 3828
ATAGAWTCTCAGGGCACAATI'TCAACTACTTTTTCAGCTTTAGGGT'I'I'TTAGATACGTTTGTACCACAATTGAGCATGGGAGGGAGAGGGGTGAGCCTAAGCAGTGATGGCTGATTTCT 3948

Exon 3
al Pro Pro Glu Val ThrVal Leu Thr AsnSer Pro ValGlu Leu ArgGlu Pro Asn Val Leulle CysPhe lle Asp Lys Phe
GTCACGTCTGTCATGTGTCCCCCAG TA CCT CCA GAG GTA ACT GTG CTC ACG AAC AGC CCT GTG GAA CTG AGA GAG CCC AAC GTC CTC ATC TGT TTC ATC GAC AAG TTC 4056

ThrProPro Val Val Asn Val Thr Trp Leu Arg Asn Gly Lys Pro Val Thr Thr Gly Val Ser Glu Thr Val Phe Leu Pro Arg Glu Asp His Leu Phe Arg Lys
ACC CCA CCA GTG GTC AAT GTC ACG TGG CTT CGA AAT GGA AAA CCT GTC ACC ACA GGA GTG TCA GAG ACA GTC TTC CTG CCC AGG GAA GAC CAC CTT TTCCGC AAG 4161

Phe His Tyr Leu Pro Phe Leu Pro Ser Thr Glu Asp Val Tyr Asp Cys Arg Val Glu His Trp Gly Leu Asp Glu Pro Leu Leu Lys His Trp G

TTC CAC TAT CTC CCC TTC CTG CCC TCA ACT GAG GAC GTT TAC GAC TGC AGG GTG GAG CAC TGG GGC TTG GAT GAG CCT CTT CTC AAG CAC TGG G GTATGGACCAACAC 4269
TCAATCTCCT'I'I'ATTTCAAGGTTTCCTCCTATGATGCTTGTGTGAAACTCGGTGTTCTAACTGTTTCATAATATCTGCTACAATTAATATAACTGTCTTCTCCTACTATCCAGCTTCCTCCTT 4392
TTTTTAATCTGTAATTCTCTCAATACATCATTCTGTCTTCCTCTTCTTTAATCTATGAATAACTTTTCTCTTTATTAAGAACCCTACATTTGATTCTGAGTGTTACTTCTTCCCACACTCAT‘I’A 4516

lu Phe Asp AlaPro Ser Pro Leu Pro Glu Thr Thr Glu Asn Val Val Cys Ala Leu Gly Leu Thr Val Gly Leu Val Gly lle
CCATGTACTCTGCCTTATCTCCCCCA G AG TTT GAT GCT CCA AGC CCT CTC CCA GAG ACT ACA GAG AAC GTG GTG TGT GCC CTG GGC CTG ACT GTG GGT CTG GTG GGC ATC 4626

lie e Gly Thr lle Phelle tle Lys Gly Val Arg Lys Ser Asn Ala Ala Glu Arg Arg Gly Pro Leu Exon 4

ATT ATT GGG ACC ATC TTC ATC ATC AAG GGA GTG CGC AAA AGC AAT GCA GCA GAA CGC AGG GGG CCT CTG R\-AGGCACATGGAGGTGAGTTAGGTGTGGTCAGAGGAAGA 4735
CATATATGGAGATATCTGAGGGAGGAAAACAGGGTGGGGAAAGGAAATGTAATGCATTTAAGAGACAAGGTAGGAACAGATGTGGCTCTTGATT'I‘CTCTTTGCTAGAATGAATCAGAC 4853
ATTGGTATCATCTGGTATCCCAAAGCTTCAGGGTCTGTCATCCCTTTCTATAGACGGGCACCTTGATCACGGCTCCAGTCTTAGAAATCATCTCCAGTACCTAAAACCATTGTTTCACATTA 4975
GAATACTGAGTCTAGGGATCTAGAAAATACATTAGAATATGGAGTCTAGGGATCTAGAAAATACTGAGTCTAGGGATCTAGAAAAATAAGCCTCAAGATTTGGGCACATCCTAGCTI’GT 5094
ATTTCTTGGGGCAGGTCATCAGTTCAGAAGCATTTCCAGATCCTGGCTCCTTTCAGGTTAGGGTCAATTCATTGCATGAAATGGGAATCTCTTAGAGGCCAATGCCTGCTTTTGCTTCTTTA 5216
GTCTCAAATGTAGTATGAGAAACTCTAAAAAAAGGTAAAGCATGGTTGCTTATTATGTTCAGTTGGAGAGTAGGAACTAACTGTATACAGTTAGTTCATGTTGGAAAGGTTAGATGAAC 5335
ATTGAAAGAATTTTGCAAAGTCAAAGGATTAAGAGAGAAGAGGAAGGAATCTGAAGCAAGGAGGGCTCAATGCGGATCTTAAA'I'I'CCTTG GTAACTATGTGTGTCTTGCTATAGGTGAT 5454

GGTGTTTCTTAGAGAGAAGATCACTGAAGAAACTTCTGCTTTAATG ACTTTACAAAGCTGGCAATATTACAATCCTTGACCTCAGTGAAAGCAGTCATCTTCAGCGTTTTCCAGCCCTATA 5575
Exon 5

GCCACCCCAAGTGTGGTTATGCCTCCTCGATTGCTCCGTACTCTAACATCTAGCTGGCTTCCCTGTCTATTGCC| TTTCCTGTATCTATTTTCCTCTATTTCCTATCATTTTATTATCACCATG 5699

CAATGCCTCTGGAATAAAACATACAGGAGTCTGTCTCTGCTATGGAATGCCCCATGGGGCATCTCTTGTGTACTTATTGTTTAAGGTTTCCTCAAACTGTGAT| TTTCTGAACACAATAAA 5820
Poly (A) Signal Poly (A) Signal

CTATTTTGATGATCTTGGGTGGAATTTTTGGTGTTTAAGCCAGTTCTTTGGGTGGCGGTGGGGGGTGGGGAGTCGGTCCTAGGGAATATATGTGATCCTTTCCCGGTAAAATATCTGAAT 5940
GTTGAATTTATCTTATAAATTCTAGAATTC 5972

Fic. 2. DNA sequence of the 6.3-kb Bgl II-EcoRI DNA fragment of HLA-DRa gene. The amino acid sequences encoded by exons of HLA-DRa
are shown above the DNA sequences. The 3’ untranslated region is underlined. The region of Alu sequences, the CAT box, the TATAA box (promoter),
and the mRNA transcription initiation site (CAP site) are marked. *x, stop codon; polyadenylylation signals are also indicated. :

Correlation of the structural domains of p34 polypeptide with adenylylation of the HLA-DRa.
the different exons of HLA-DRa is presented in Fig. 3. Nu- Comparison of the nucleotide sequence of the 5’ end of the
cleotide sequence data show the presence of two poly(A) signal HLA-DRa gene with the sequence of the 175-nucleotide ex-
sites characterized by the sequence A-A-T-A-A-A. The second tension product (19, 22) shows that about 60 nucleotides up-
poly(A) signal site exists about 97 nucleotide downstream from stream from the initiation codon there exists an ATT sequence
the first one. Because the two poly(A) signal sites also exist in that most probably is the transcription initiation site or cap site.
the cDNA of HLA-DRa mRNA and at the same distance apart, All eukaryotic genes contain an A+T-rich region about 30
only the second poly(A) signal site seems to be used for poly- nucleotides upstream from the cap site which is known as the
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Fi6. 3. Organization of exons and introns in HLA-DRa gene. Ex-
ons 1-4 are shown as black boxes; exon 5, which represents the 3’ un-
translated region, is shown as the hatched box. Exon 1 has been as-
signed on the basis of the DNA sequences of the 175-mer. Exons 2-5
are assigned on the basis of the presence of donor and acceptor sites in
the sequence, confirmed by the published cDNA sequence (18) and by
a personal communication from H. Erlich. Protein domains are pos-
tulated on the basis of protein comparison.

TATA box (26). At approximately 70 nucleotides upstream from
the transcription initiation site, another region, known as the
CAT box, is found which is required for efficient transcription
of the gene (27). Like other eukaryotic genes, HLA-DRa has
a short TATTA sequence approximately 30 nucleotides up-
stream from the potential cap site and probably represents the
promoter of the gene. But, unlike other genes, there exists a
C-A-T-T-T-T sequence approximately 48 nucleotides upstream
of the cap site, which may represent the potential CAT box. It
remains to be seen whether this sequence is required for ef-
ficient transcription of the gene.

Approximately 1 kb upstream from the transcription initia-
tion site, an Alu sequence (28) is found flanked by direct ter-
minal repeats.

Predicted Amino Acid Sequence of the Mature Precursor
p34 Chain. The complete amino acid sequence of the mature
precursor p34 chain is shown in Fig. 4. The amino acid se-
quence has been deduced from the nucleotide sequence of ex-
ons 1-4. The first 25 amino acids, most of which are hydro-
phobic, represent the signal peptide of p34. The deduced amino
acid sequence predicts that the mature protein is composed of
9229 amino acid residues. From the protein comparison (25), it
is likely that approximately the first 84 amino acids represent
the first external domain and amino acid residues 85-178 com-
prise the second external domain. In the second external do-
main there are two cysteine residues, at positions 107 and 163,
which form a disulfide loop encompassin% 55 amino acids. There
are two sites, Asn"-Tyr™-Thr® and Asn™-Val'*®-Thr'?, which

Proc. Natl. Acad. Sci. USA 80 (1983)

represent the region of glycosylation of the membrane protein.
Thus, carbohydrate moieties are most likely linked to these as-
paragines, one in each of the two extracellular domains.
Amino acid residues 179-214 represent the transmembrane
domain. The 22 amino acids (residues 193-214) that we pre-
sume are integrated into the lipid bilayer of the plasma mem-
brane are preceded by 14 amino acids (residues 179-192) of
which most are negatively charged and followed by a hepta-
peptide containing basic amino acids (Lys*'®, Arg®'®, and Lys*'®),
which could represent the region of the p34 polypeptide in-
tegrated with the phosphate residues of phospholipids to the
plasma membrane. There is another cysteine residue at posi-
tion 195 in the membrane-integrated segment which does not
appear to take part in disulfide bond formation. There is little
homology between the amino acid sequence in the membrane-
integrated regions of p34, p29, and class I transplantation an-
tigens. Unlike class I antigens, only a short segment—10 amino
acids (residues 220-229)—marks the COOH-terminal region of
p34. As expected, there is little homology between and among
class I and class II antigens in the cytoplasmic domain. A single
serine residue at position 220 represents the potential site for
phosphorylation as in class I antigens (25) and p29 (14, 15).
Amino Acid Sequence Homology Among p34, p29, HLA-B7,
B:m, and Immunoglobulin Constant Region. In order to find
possible amino acid sequence homologies, we compared the
p34 sequence with that of p29, human class I antigen HLA-B7,
Bem, and various regions of immunoglobulin. We found con-
siderable amino acid sequence homology between the second
external domain of p34 and p29, as well as the third external
domain of HLA-B7, the constant region of human « chains, the
three domains of 7y chains, and Bom. Fig. 5 compares amino
acid sequences of p34 (residues 152-182) and p29, HLA-B7,
constant region domains of human k and 7y chains, and Bm.
Although the sequence homology is scattered throughout the
second external domain of p34 (about 25-30% amino acid po-
sitions are identical), it is especially noticeable around cysteine
residue 163. Between amino acid residues 159 and 170 of p34,
eight amino acids are identical with p29 and HLA-B7 and seven
amino acids are identical with B;m, human immunoglobulin «
light chain constant region domain, and three domains of y
chains. The data suggest that all three classes—immunoglob-
ulin, class I, and class Il—appear to have a similar domain in
the protein. The disulfide loop in the second external domain
of p34, p29, in the third external domain of HLA-B7, and B;m
encompasses exactly 55 amino acids. The amino acid sequence
in the third external domain of HLA-B7 and the second ex-

NHy Met Als lle Ser Gly Val Pro Val Leu Gly Phe Phe lle lle Als Val Leu Met Ser Ala Gin Glu Ser Trp Ala lle Lys Glu Glu His Vel lle lle Gin

10 Lesder Peptide 2
Als Glu Phe Tyr Leu Asn Pro Asp Gin Ser GI

50

0 30 40
ly Glu Phe Met Phe Asp Phe Asp Gly Asp Glu lle Phe His Val Asp Met Ala Lys Lys Glu Thr Val Trp
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A:'l.ouGluGIuPMGlyAmmAIOSanIuAIaGlnleAl.LmAlaAmlI-Al.VdeLv:AhAmeGIu lle Met Thr Lys Arg Ser

o
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FIG. 4. Amino acid sequence of precursor mature p34 polypeptide as predicted from the nucleotide sequence of HLA-DRa gene. The leader pep-
tide, membrane-integrated region, and hydrophilic COOH-terminal region are underlined. Amino acids 1-84 represent the first elegemal dozxcx.mm,
85-178 are the second external domain, 179214 are the transmembrane domain, and 215-229 are the cytoplasmic domain. Lys®™ to Ser? rep-
resents the amino acid sequence required to anchor the lipid bilayer on the cytoplasmic side. The single potential disulfide loop is between Cys
and Cys!®®, shown in boxes. The two potential sites for glycosylation at Asn’® and Asn'!® are shown in boxes.
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Fic. 5. Comparison of amino acid sequences of human p34 and of p29, HLA-B7, human 8;m, constant region of human « chain, and three do-
mains of human v chains. Sequences of 8;m, « chain, and y chains are taken from Peterson et al. (29); those of p29 and HLA-B7 are from Larhammar
et al. (14) and Ploegh et al. (25), respectively. Identical residues are enclosed in boxes. Numbering is for p34 polypeptide. A, B;m (residues 70-100);
B, EU-CL (residues 181-214); C, EU-CH! (residues 188-220); D, EU-CH? (residues 308-341); E, EU-CH? (residues 412-446); F, HLA-DR p34 (res-

. idues 152-182); G, HLA-DR p29 (residues 162-190); H, HLA-B7 (residues 255-276).

ternal domain of p29 have about 50% homology with p34. The
homology is prominent around Cys'®” and Cys'®. The homol-
ogy with p29 around the region of Cys'” is strong. Between
residues 103 and 107, three amino acid positions are identical
and there are two conservative substitutions. Between residues
107 and 163, 19 amino acid positions are identical and 3 con-
servative substitutions are found between p34 and p29. There
is little amino acid sequence homology in the first extracellular
domains of p34 and p29 or the first and second extracellular
domains of HLA-B7.

After this manuscript was prepared, the complete nucleotide
sequence of p34 cDNA and the complete amino acid sequence
of p34 as deduced from the cDNA of p34 were published (30).
The nucleotide sequence of the cDNA matched completely with
that of the exons of HLA-DRa, except that the codon in use for
the cDNA at amino acid position 82 was ATT instead of ATC.
Also, on the cDNA sequence, amino acid position 178 was a
termination codon, TAG, instead of TGG encoding tryptophan.
During the review of this manuscript, a partial nucleotide se-
quence of HLA-DRa was published (31). Comparison of our
sequence with that of Korman et al. shows 19 differences, all
of which are single-base substitutions in the introns.
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