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The human major histocompatibility complex contains approximately 20 class I genes, pseudogenes, and
gene fragments. These include the genes for the three major transplantation antigens, HLA-A, HLA-B, and
HLA-C, as well as a number of other genes or pseudogenes of unknown biological significance. Most of the latter
have C+G-rich sequences in their 5’ ends that are unmethylated in the B-lymphoblastoid cell line 3.1.0. We
investigated one of these genes, HLA-H, in more detail. The gene is, overall, strongly homologous in sequence
to HLA-A but differs in several potentially significant ways, including changes in conserved promoter
sequences, a single-base deletion producing a translation termination codon in exon 4, and a region of sequence
divergence downstream of the transcribed portion of the gene. Nevertheless, mouse L cells transfected with the
gene accumulated small amounts of apparently full-length polyadenylated RNA. A portion of this RNA begins
at the transcription site predicted by analogy to certain class I cDNA clones, while another portion appears to
begin shortly upstream. L cells transfected with a hybrid gene containing the first three exons of HLA-H and
the last five exons of HLA-B27 accumulated full-length HLA transcripts at the same level as cells transfected
with an HLA-B27 gene; both levels are at least 15- to 20-fold higher than that directed by HLA-H alone. In
addition, we isolated a cDNA clone for HLA-H that contains a portion of intron 3 attached to a normally spliced
sequence comprising exons 4 through 8. These results suggest that low levels of translatable mRNA for the
truncated class I heavy chain encoded by HLA-H are produced under physiologic circumstances and that

sequences 3’ of intron 3 decrease the levels of stable transcripts.

The human major histocompatibility complex (MHC),
located on the short arm of chromosome 6, possesses a
diverse array of genes, some of which are intimately in-
volved in the immunological presentation of foreign antigen
to immunocytes (29). Those genes that encode proteins of
approximately 40 kilodaltons which are in noncovalent as-
sociation with B2-microglobulin are termed human leukocyte
antigen (HLA) class I genes. In addition to encoding proteins
capable of binding B2-microglobulin, all class I genes share a
common organization consisting of eight exons. Exon 1
encodes the leader sequence; exons 2, 3, and 4 encode the
three external domains of each transplantation antigen; exon
5 encodes a membrane anchor domain; and exons 6 and 7
and a portion of exon 8 encode the regions of the protein
which interact with the membrane and cytoplasm (25).

In humans, there are approximately 20 class I genes,
pseudogenes, or gene fragments (27, 32, 69) contained within
nearly 2,000 kilobases (kb) of DNA (9, 44, 60, 61). The
best-studied ones are those termed HLA-A, HLA-B, and
HLA-C, which encode proteins expressed on virtually all
somatic cells. These proteins bind foreign peptides which,
upon reaching the cell surface, interact with syngeneic
cytotoxic T lymphocytes that initiate restrictive Kkilling of
these infected targets. Aside from these three genes, which
are among the most polymorphic in the human genome, little
is known about the diverse, expressible members of this
family, such as HLA-RS5 (68); reexamination of the se-
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quence of the HLA-RS5 gene has revealed that it differs by
less than 2% from HLA-E and is therefore allelic to this gene
[J. Pan, J. Germino, M. Chorney, and S. Weissman, Proc.
Natl. Acad. Sci. USA 86:650, 1989]), HLA-E (34, 55), and
HLA-6.0 (22).

BALB/c and B10 mice have more class I genes than do
humans. These are found predominantly in the Qa and TL
regions (75, 77), both of which are telomeric to the classical
transplantation antigen genes contained within the H-2 re-
gion. The genes of the Qa region are characterized by
in-frame termination codons found within their exon 5 se-
quences. These lead to production of shortened proteins
lacking cytoplasmic tails (20, 74). Most of the proteins
encoded by Qa genes are bound to the surfaces of hepato-
cytes and other cells through an aspartate phosphatidylino-
sitol linkage (73). One Qa gene, Q10, encodes a B2-micro-
globulin-associated secretory class I protein whose function
is not known (38).

The possible presence of genes analogous to Qa genes
within the human MHC is currently under examination. The
recent sequencing of gene HLA-6.0 (22), which contains an
uncharacteristic termination in exon 6, supports the possi-
bility that analogous genes do exist. Like their possible
mouse counterparts, most nonclassical class I genes are
reported to map to the telomeric portion of the MHC (58).
One such gene, which we have provisionally termed HLA-
H, maps within a maximum of 150 kb of HLA-6.0, as
demonstrated by chromosomal hopping (M. J. Chorney, H.
Shukla, G. A. Gillespie, I. Sawada, G. Carle, F. Collins, and
S. M. Weissman, manuscript in preparation). This HLA
class I gene or pseudogene contains an in-frame termination
within exon 4 resulting from a single-nucleotide deletion. In
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this report, we present the complete nucleotide sequence
and molecular mapping of HLA-H; we also describe its
expression at the transcriptional level in transfected mouse
L cells and a human B-lymphoblastoid line.

MATERIALS AND METHODS

Cells. The MHC hemizygous B-lymphoblastoid cell line
3.1.0(HLA-A2 HLA-B27 HLA-CWI) (45), was maintained in
RPMI 1640 supplemented with 10% fetal bovine serum and
1% penicillin-streptomycin. Mouse L cells previously trans-
fected with human B2-microglobulin and herpes simplex
virus thymidine kinase genes were maintained in Dulbecco
modified Eagle medium supplemented with 10% horse se-
rum-1% penicillin-streptomycin-hypoxanthine-aminopterin-
thymine. This cell line, known as J27, was kindly supplied by
Paula Kavathas (Yale University, New Haven, Conn.).
Mouse-6 (original designation, MCH 262A1/P6), which is a
hybrid cell line composed of human chromosome 6 on a
mouse background, was maintained in Dulbecco modified
Eagle medium-10% fetal bovine serum-1% penicillin-strep-
tomycin-G418 (600 g/ml). These cells were a kind gift of Eric
Stanbridge (University of California, Irvine). The human
lines Molt-4, Hut102, and KMOE were grown in RPMI
1640-10% horse serum-1% penicillin-streptomycin.

Transfections. Transfections were performed as described
by Wigler et al. (76), except that 25 pg of cosmid DNA and
2.5 pg of pSV2neo DNA were used per experiment. High-
molecular-weight carrier DNA was omitted. After selection
in G418 (300 pg/mi)-containing Dulbecco modified Eagle
medium-hypoxanthine-aminopterin-thymine, Neo* J27 colo-
nies (which numbered greater than 1,000 per experiment)
were pooled for future analysis.

Libraries and gene isolations. The HLA-H class I gene was
originally isolated from the Charon 4a placenta library of
Maniatis et al. (48) as previously described (7). Its previous
designation was LN11A. The 6.6-kb EcoRI fragment carry-
ing this gene was subsequently subcloned into pBR328 to
facilitate sequencing analysis. Multiple overlapping clones
containing HLA-H were also isolated from 3.1.0 cosmid
libraries by using HLA-B7 cDNA as a hybridization probe.
Two cosmid libraries were screened. One contained partially
Sau3A-digested, size-fractionated DNA ligated into the
BamHI site of cosmid vector pcos2EMBL; the other con-
tained partially EcoRI-digested, size-fractionated DNA li-
gated into the EcoRlI site of cosmid vector pJBS. Production
of the cosmid libraries is described in reference 43. The
6.6-kb EcoRlI fragment carrying HLA-H from 3.1.0 cosmid 6
(CosRS6) was subcloned into the Bluescript KS(—) plasmid
vector to facilitate further analysis and termed pHLA-H.
HLA-A2-containing cosmid 28 (CosRS28) from the 3.1.0
library was identified by using the 3’ HLA-A2-specific probe
of Koller et al. (36). The HLA-B27 cosmid (CosRS39) was
identified by using the 544-base-pair Pvull fragment derived
from the HLA-B7 gene 3'-untranslated region (12) as a
probe. Further confirmation that the gene was HLA-B27 was
supplied by transfection. J27 cells transfected with CosRS39
reacted with HLA-B7, HLA-B27, and HLA-Bw22-specific
monoclonal antibody ME1 (17). The 6.6-kb EcoRI fragment
containing the HLA-B27 gene from CosRS39 was subcloned
into pUC19 and termed pB27.

The 3.1.0 cDNA library was produced from poly(A)*
RNA with a lambda ZAP vector system (Stratagene) by
standard methods (4, 49). Single-stranded cDNA contained
in the Bluescript plasmid vector was induced by using M13
helper bacteriophage R408 according to Stratagene instruc-
tions.
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DNA sequencing. DNA fragments to be sequenced were
subcloned into M13 vectors mpl8 and mp19 (57) for single-
stranded sequencing or plasmid vector Bluescript KS(—) for
double-stranded sequencing. Single-stranded DNA tem-
plates or denatured double-stranded DNA plasmid sub-
clones were sequenced by the dideoxynucleotide chain
termination method (64) with [**S]JdATP and Sequenase
(United States Biochemical). In areas where compression
was observed, the sequencing reactions were performed
with either dITP or 7-deaza-dGTP nucleotides.

Cosmid mapping. 3.1.0 overlapping cosmid clones CosRS6
and CosRS42, which contain the HLA-H gene, and
CosRS28, which contains the HLA-A2 gene, were linearized
with either Clal or Sall and subsequently partially digested
with EcoRI. The digests were then electrophoresed at room
temperature on a field inversion vertical gel (1% agarose,
0.5% TBE [0.089 M Tris borate, 0.089 M boric acid, 0.002 M
EDTA; pH 8.0]; 150 V) and blotted onto a Biotrans nylon
filter. Electrophoresis forward time was 0.5 s, and reverse
time was 0.25 s, as described in reference 8. The filters
containing partial digests of CosRS42 and CosRS28 were
probed consecutively with the left (a)- and right (B)-end
BamHI-EcoRI fragments derived from digestion of the
pcos2EMBL vector (0.4- and 1.8-kb fragments, respective-
ly). Filters containing complete Sall and partial EcoRI
digests of CosRS6 DNA were probed with both EcoRI-Sall
pJB8 vector fragments. To reuse the blots after autoradiog-
raphy, the bound probe was removed by boiling the filters in
distilled water for S min (Northern (RNA) blots were treated
the same way to remove the radioactive probe). High-
molecular-weight and 1-kb ladder DNA standards (Bethesda
Research Laboratories, Inc.) were run on all gels for deter-
mination of molecular size.

Pulsed-field gel electrophoresis. 3.1.0 DNA was cleaved in
agarose blocks as previously described (65). The restricted
fragments in agarose plugs were run on orthogonal field
alteration gel electrophoresis (OFAGE) gels with an LKB
Pulsaphor gel apparatus with a pulse time of 2 min as
described in reference 65. The electrophoresis run time was
40 h. After electrophoresis, the gels were treated with 0.2 N
HCl for 15 min, followed by denaturation and neutralization.
The gels were then blotted against 20x SSC (1x SSCis 0.15
M NacCl plus 0.015 M sodium citrate) onto a Hybond nylon
filter (Amersham Corp.), vacuum dried, and UV irradiated
for 2 min before prehybridization.

RNA isolation and RNase protection. Total cytoplasmic
RNA was isolated by the Nonidet P-40 lysis method of
Favaloro et al. (18). For Northern blotting, RNA was
electrophoresed on 1.1% agarose gels containing formalde-
hyde and blotted directly with 20x SSPE (3 M NaCl, 0.25 M
NaH,PO, - H,0, 0.04 M EDTA [pH 7.4]) onto Biotrans
nylon filters.

RNase protection assays were performed as described by
Melton et al. (54). As a probe, the 1.2-kb EcoRI-PstI
fragment spanning exon 1 and containing the entire 5’ end of
the HLA-H gene was subcloned into pBluescript KS(-).
Before labeled RNA probes were generated from this tem-
plate with T7 RNA polymerase, the subcloned DNA was
linearized with HindIIl. The labeled RNA probe of 838
nucleotides was purified on a 6% acrylamide—urea gel. For
each RNA sample to be analyzed, 10° cpm of the probe was
added to approximately 20 pg of total cytoplasmic RNA.
Hybridization was allowed to proceed overnight at 53°C.
After hybridization, the solutions were treated with RNase
A and RNase T1, followed by electrophoresis on a 6%
acrylamide-urea gel.
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Hybrid gene construction. pHLA-H and pB27 were both
cleaved with Kpnl. This enzyme digests both genes at their
exon 3-intron 3 splice junctions. In addition, Kpnl cleaves
both plasmid sequences in the polycloning site located 3’ of
each gene. Isolation of the 3’ Kpnl fragments and religation
to the opposite Kpnl fragments containing the 5’ ends of the
genes, as well as plasmid sequences, completed the recon-
struction of hybrid genes (see Fig. 7).

Nucleic acid blotting and hybridization. DNA blotting was
performed by the method of Southern (67), while filter
hybridization was performed by the method of Hanahan and
Meselson (23). The prehybridization and hybridization solu-
tions used, including those used for Northern blotting,
contained 0.3% nonfat dried milk, as described by Johnson
et al. (26). Blots of pulsed-field gels were hybridized by the
method of Church and Gilbert (11).

All probes used for hybridization were labeled by the
random-hexamer-priming method of Feinberg and Vo-
gelstein (19) to a specific activity of >108 cpm/pg.

Computer analysis. All sequencing data were manipulated
with the software package supplied by the University of
Wisconsin Genetics Computer Group (14) on the Yale Uni-
versity School of Medicine Vax computer.

RESULTS

During our investigations into the possible expression of
3.1.0 MHC class I genes after transfection into mouse L
cells, we observed transcripts associated with the HLA-A2,
HILA-B27, and HLA-Cwl genes which encode the classical
transplantation antigens, as well as with certain other un-
characterized class I genes. One such line, transfected with
cosmid clone RSS5, stimulated further study which ultimately
led to identification of a nonclassical but expressible HLA
class I gene (68). This gene has been termed HLA-E (2) and
has been reported to be expressed most abundantly in
resting T lymphocytes (34). Like RS5, the class I gene
contained in the overlapping 3.1.0 cosmid clones CosRS6
and CosRS42 also gave rise to RNA transcripts after trans-
fection into J27 cells at a level slightly but reproducibly
above the background (M. Chorney, H. Vasavada, and S.
Ganguly, unpublished data).

We therefore proceeded to further study the gene con-
tained within the 6.6-kb EcoRI fragment of CosRS6, as well
as to reinvestigate the nucleotide sequence of LNIIA, a
previously described class I gene derived from placental
DNA (7, 66). The latter was undertaken because the LN1/A
gene and the class I gene contained in CosRS6 yielded
identical double-digest patterns after cleavage with all of the
restriction endonucleases tested. Reexamination and com-
parison of the sequence of pLN11A with that of the gene
contained in CosRS6 showed that the sequences were virtu-
ally identical, differing by less than 0.1%. The base differ-
ences between these genes were found only in the noncoding
sequences. We present in Fig. 1 the complete nucleotide
sequence of the 6.6-kb EcoRI fragment; this sequence is
compared to the sequence of HLA-A2 derived from 3.1.0.
Because of the characteristics of these genes and the pulsed-
field mapping results presented below, we have retermed
LNIIA and its alleles HLA-H. This is in keeping with the
recent publication of HLA designations F and G for class I
genes HLA-5.4 and HLA-6.0, respectively (33).

The structure of HLA-H is similar to that of other class I
genes, consisting of eight exons homologous in sequence to
those of the classical transplantation antigen genes. The
sequence of exons 1, 2, and 3 of HLA-H could encode
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protein domains whose structure is very similar to that of
known functional class I genes. However, exon 4 of both the
3.1.0 gene and the gene from the placental library showed on
repeated sequencing a frameshift resulting from a decrease
of 1 base in the length of this exon. Downstream of the
deletion is an in-frame termination codon (UGA). The con-
sequence of this frameshift and subsequent termination is
that an mRNA of HLA-H, if spliced in the same pattern as
that which occurs with other MHC class I genes, would
encode a protein that terminates just before the end of exon
4. This protein would lack transmembrane and cytoplasmic
segments and would have a molecular weight of approxi-
mately 30,000.

The promoter region of HLA-H showed several differ-
ences in regions where the sequence is conserved in other
class I genes. For example, the consensus H-2 sequence
TGGGGATTCCCCA within enhancer A (3, 28) is replaced
by TGGGGATTCGCCA at residues 997 through 1009 in
HLA-H, while the H-2 consensus sequence CATTGGGTG
GC within the enhancer B sequence is replaced by CACTAG
GTGTC (three nucleotide changes) at residues 1092 through
1102. HLA-A2 is identical to both of the consensus se-
quences, except for the same G-to-T change in the enhancer
B sequence as in HLA-H.

Overall, HLA-H is more homologous to HLA-A genes,
particularly HLA-A2, than to HLA-B genes. This similarity
is evident when both the 5'-flanking sequences and exons 8
are compared and extends to the 3’ end of the 6.6-kb
fragment (90.8% homology); however, excluded from the
comparison are residues 5742 to 5824 3’ of the HLA-H gene
and residues 5755 to 5966 3' of HLA-A2, where there is no
significant homology in the sequences (each insertion or
deletion, even when composed of multiple nucleotides, was
considered as a single change) (Fig. 1). When nucleotide
changes were compared only within the coding regions (up
to the TGA termination in exon 8 of HLA-A2; 1,092 positions
were considered), 91.0% homology was observed. Of the 98
nucleotide differences found within the coding regions,
37.8% were at position 3. The sequence of exon 8, which
contains untranslated nucleotides, is characteristic for each
group of allelic class I genes (39); in a comparison with
HLA-A2 and HLA-B27, the nucleotide homologies of exon 8
of HLA-H were approximately 93.2 and 84.2%, respectively.
The overall nucleotide homology of the HLA-H gene and its
flanking sequences compared with that of pseudogene HLA-
12.4 (47) was greater than to any other class I gene, approx-
imately 98% in the region where comparison was possible.
However, the HLA-12.4 gene does not possess a deleted
nucleotide in exon 4. This homology suggests either that
HLA-12.4 is an allele of HLA-H or that the genes arose as
the result of a very recent gene duplication.

The approximately 91% nucleotide sequence homology of
HLA-H to HLA-A2 extends through both the 5’- and 3'-
flanking regions (approximately 6.5 kb of the sequence was
included in the comparison). To determine whether this
homology extends into the surrounding DNA, we isolated
the HLA-A2-containing cosmid from a 3.1.0 cosmid library
by using the 6.6-kb EcoRI fragment carrying the HLA-H
gene as a probe. We confirmed that the gene in CosRS28 was
HLA-A2 by using the HLA-A2-specific probe of Koller et al.
(36). This probe strongly hybridized to a 6.7-kb EcoRI
fragment, even after extensive high-stringency washing. The
subclone of this fragment, after transfection into J27 cells,
directed the synthesis of a 40-kilodalton cell surface protein
reactive with HLA-A2-specific monoclonal antibody MA2.1
(53) (data not shown). The sequence of the gene presented in
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HLA-H  gaattcttagge Cuggecte 100
HLA-A2 100
HLA-H 13494 tcctaaa 200
HLA-A2 . 199
HLA-H tgaacagt tgtactg ggttgcaacgt 300
HLA-A2 88 5 299
HLA-H t ttaaaata 400
HLA=A2 ===mm . iii... 8! 8- 388
HLA-H .. 3 tggecacat 496
HLA-A2 8t---gg — 488
HLA-H t 596
HLA-A2 gommmmmmmme g-ge---t--- 583
HLA-H 696
HLA-AZ 8- -—tmmmm=Cmmmm s 676
HLA-H LBACEELECECtagaagagtecagBtaBacag, -  vvrrnrsrrnsns sgagtccaggtecagggacg 778
HLA-A2 8- gag 776
HLA-H 878
HLA-A2 & & " 876
HLA-H 978
HLA-A2 3 g-cg 976
HLA-H trtee 1075
HLA-A2 1076
HLA-H .. 8 173
HLA-A2 & & " 1176
exonl M V L M A P R T L L L LLSGALALTG QTWA
HLA-H ACCCTCCTCC CCTGGCCC CTCCGCGCgtgag 1273
HLA-A2 1276
- AV - - e - - - Vo= - - - - e e - - e e e -
HLA-H  tgcagggtctgcagggaaatggtc. ... . 1365
HLA-A2 ---g 88 geeg 8 1376
exonZ R S H S M R Y F Y TTHMSRPGRGETPRTFTISV
HLA-H T ACCATGTCCCGGLCC TCATCTCCGT 1465
HLA-A2 T---AT 176

EG P E
HLA-H TCGTGCGGT GGGAGCGGCCCGAG 1565
HLA-A2 ) - 1576

__________________________ I - Q- - - -
Y WDRNTQTICIXAQAQTERENTLRTIALRYYNG QSESG
HLA-H TAT AGATC C ACTACAA tg 1665

HLA-A2 ¢ S NS 1676
- - -GE-RKV --HS--H=VD=-0GTLREG G -~~~ A
HLA-H gag 1763
HLA-A2 " " g- 1773
HLA-H 1862
HLA-AZ g-- 1873
exon3 G S H T M Q VM YGCODUVGEPDGREFTL
HLA-H TTCTCACACCATGCA TCCT 1961
HLA-A2 = G- T- 1973
SR T L
R G YEQHAYDS KDY T ALSNEDLRSUWETAADMGAZAQILT
HLA-H A ACGAGGA CCGCGGCOGACATCGE ACC 2061
HLA-AZ . —--- 2073
e T T K o= = = = m e = oo e o T -
K R KW EAARQAERQLRAYLEGETFVEWLRERYLENGEK

HLA-H  AAGCGC/ \GCTGAGAGCCTA AGATACCTGGAGAACGGGAAGG 2161

HLA-A2 2173
44444 T B R

ETLQRA

HLA-H  AGA ¢ 2261

HLA-A2 % 8 -8 22713
----- T

HLA-H [ T ctga 2349

HLA-A2 & & 273

HLA-H gagtggtrcccttty. .. acactggeageage 2445

HLA-A2 " 272

FIG. 1. Complete nucleotide sequence of the 6.6-kb EcoRI frag-
ment carrying the HLA class I gene HLA-H; comparison to the
nucleotide sequence of the 6.7-kb EcoRI fragment containing the
HLA-A2 gene from the 3.1.0 cell line. Exons are displayed in
uppercase letters; introns and flanking sequences are displayed in
lowercase letters. Nucleotide matches in the HLA-A2 sequence are
indicated by minus signs. Sequence alignments were determined by
using the GAP program provided by the University of Wisconsin
Genetics Computer Group. The translation of nucleotides within
exons 1 through 8 for both HLA-H and HLA-A2 is in the uppercase
single-letter codes. The single-nucleotide deletions in exons 4 and 7
of HLA-H (see text) were ignored to maximize the amino acid
homology to HLA-A2. Both of these deletions and the two nucleo-
tides preceding them are marked by boxes. If one considers the exon
4 deletion, the shifted reading frame of exon 4 becomes (starting
with CAC) HTRSSWRPGLQGLQGMEPSRSGRLWWCLLER
SRDTPAMCSMRVCQSPSPTer. Underlined, starting from the top,
are the sequences for enhancer A and the interferon response
elemen., RNA polymerase II promoter sites (ccaat and tctaaa),
RNA splice acceptor sites (ag/gt), and the polyadenylation signal at
position 4479.

Fig. 1 was found to diverge no more than 0.1 to 0.2% from
the HLA-A2 gene sequenced by Koller and Orr (35) in the
regions sequenced by them.

Figure 2 shows the EcoRI restriction maps of CosRS28
and CosRS6. The structure of CosRS28 is broadly similar to
that of the HLA-A3 and HLA-Aw24 cosmids reported previ-
ously by N’Guyen et al. (56). All of the HLA-A cosmids
contain highly deteriorated pseudogenes approximately 10 to
15 kb 3’ to their HLA-A genes. In CosRS28, the pseudogene
resides on a 5.7-kb EcoRI fragment separated from HLA-A2
by fragments of 6.5 and 0.5 kb. Like the HLA-A3 cosmid,
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HLA-K teece tgteceetgee 2545
HLA-A2 & 2572
HLA-H tgeececeec I ggere 2045
HLA-A2 " "
HLA-H ctgegetccct ctgaateer 2
HLA-A2 ga- 2772
4 D P P KT HMTHHPTISDHEA ATTLRTCUWALTGSGTFYFP
HLA-H ctgactcttcctgtcagACCCCCCCAACACACATATGACCCACCACCCCATCTCTGACCATGAGGCCACH C GCTTCTACCCT 2845
HLA-A2 872
B R R AV = = = o oo oo oo s - -
AE LT W QRDGEDG QT HTELMETREPA G T F WK
HLA-H  GCGGAGATCACACTGACCTGGCAGC CAGACHERACACG CGCCTGCAGOGGATGCAACCTTCCAGAAGT /96
HLA-A2 2972
--------------- QD - = - Vo= e e e oo oo oo
W A AV VYV PS GCEEQRYTCHV HEGCL P E R W
HLA-H 1c 3044
HLA-A2 = 1072
_________ L, ST
exon5 E P
HLA-H tteccagAGCCA 3144
HLA-A2 & 3169
P 1 VGIVAGLYLLVAVYTGAVVAAYHUWR
HLA-H TCTTCCCAGCCCACCATCCCCATCGTGGGC, TGCTGGCCTGGTTCTACT 3244
HLA-A2 3269
----------- 1 - - = = = F G = = = = - - - - - - - - - -
K K s s
HLA-H  AGAAGACCTCAGE ¢ tac 3342
HLA-A2 28 & & g 3368
R - - -
HLA-H tactee 3442
HLA-A2 3468
HLA-H 3542
ittt " 3565
HLA-H tcatge gpasactece tggaggetectctagg I62
HLA-A2 3665
exon6 D R K G G S Y S Q A A
HLA-H T/ 'ACTCTCAGGCTGCAAgL 3742
HLA-A2 3765
HLA-K tggatate © 3842
HLA-A2 g=----gg-----g 3865
exon? S G N S AQGSDUVSLTA K
HLA-H ceeeat agGCGGCAACAGTGCCC coecqITy 3041
HLA-A2 & T " 3965
- $ D - - - - - - = - - - - c -
HLA-H t 4039
HLA-A2 ——--€tmmmmmnm . " & 4064
exon8 V *
HLA-H teeee.c ag] AGCTGCCT AAGATTTGTT.CACACCTTC 4137
HLA-A2 3 w166
Ve
HLA-H  CCTTTGTGACTTGAAGAACCCTGAC. . . . TTTCTGCAAAGGCACCTGA TCTT GCATAN CAACCCA 4233
HLA-AZ T ST
HLA-H  CC \CCATGACCCTCTTCCCCACGCTGA TCCCTCCCCAATCATCTTTCCTGTTCCAGAGAGGCGGGGCTCAGATGTCTCCATCTT 4333
HLA-A2 ---C. e it LSt C- 4363
HLA-H  TTTCTCAACTTTAT . GTGCACTGAGCTGTAACTTCTTACTTCCCTCTTAAAATTAGAATCTGAGTARACATTTACTTTTTCAAATTCTTGCCATGAGAGG 4432
L e e S S T uee3
HLA-H  TTGATGACTTAAT TTCCTAAAATTTGAGAGACAAMAL see 4s32
HLA-A2 & 4563
HLA-H  tgee ttegetcctee 4632
HLA-A2 & " & g--c- 4663
HLA-H cteatege 4732
HLA-A2 ---g " 4763
HLA-h  ggt 8 cet trecacct tttaaag 4832
HLA-A2 8 4863
HLA-H tetgetetectactettcteee 4932
HLA-A2 " " g 4963
HLA-H tgccctgagt tacausg 1 5032
HLA-A2 5063
HLA-H cc. tatcreecet BCagtgt BIFERL 5132
HLA-A2 8 PSRRI S bbbt OISO 5151
HLA-H egrectetaget, I 5232
HLA-A2 8¢ & . 5248
HLA-H e tggeee cegeegec tecegege 5332
HLA-A2 a----t----g---g 8--g: " ..gca 5346
HLA-K e at ¢ 5432
hLA-A2 & " " " & 5446
HLA-H gtggcccaggacagtettgaatgegagga. gLeccegeree 5531
HLA-A2 " 5546
HLA-H atgete tcatgga 5631
HLA-A2 8 8 B 5646
HLA-H  geet tg 5731
HLA-A2 8 8 13 8 8 B S 5745
HLA-H aggagcagg nucleotide 5741
HLA-A2 -===mn- 2 nucleotide 5754
HLA-H nucleotides 5742-5824
aatce
HLA-A2 nucleotides 5755-5966 ctecagat ¢ atggeta
HLA-H 5924
HLA-A2 & & 6066
HLA-H cggect tag! 6026
HLA-A2 --tgag ste: 6165
HLA-H 6123
HLA-A2 ===..oeni.. 8 & 6256
HLA-H actgccattagagagctgaaggatggggagt Rt LgREat tRCCtattatctccatataattcagcagtctgtcCcCtgaagaagcctga. . ... taa 6217
HLA-A2 & atgge--- 6356
HLA-H t 6317
HLA-A2 6456
HLA-H tete ssgatttataata 6417
HLA-A2 8- g8 8 6556
HLA-H 6517
HLA-A2 6556
HLA-H te nucleotide 6590
HLA-A2 nucleotide 6729

CosRS28 also contains a class I-hybridizing fragment up-
stream from HLA-A2; however, this 12-kb EcoRI fragment
contains two class I pseudogenes (unpublished data);
whether any of the pseudogenes in CosRS28 are expressed
as RNA is not known. CosRS6, like the placental lambda
clone, also contains a deteriorated pseudogene; this gene is
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FIG. 2. EcoRI restriction maps of the HLA-H and HLA-A2
cosmids. The shaded blocks represent EcoRI fragments which
hybridized to class I probes. The HLA-H gene carried on a 6.6-kb
EcoRI fragment in CosRS6 but fused to a vector sequence in
CosRS42 and the HLA-A2 gene carried on a 6.7-kb EcoRI fragment
in CosRS28 are marked. The numbers refer to the sizes of the
fragments in kilobases. a and B (in CosRS28 and CosRS42) refer to
the 0.4- and 1.8-kb EcoRI-BamHI pcos2EMBL vector fragments
which became ligated to partially Sau3A-digested genomic DNA,
thus forming end fusion fragments. CosRS6 was derived from a
cosmid library prepared from partially EcoRI-digested DNA ligated
into the EcoRlI site of vector pJB8. The horizontal arrows show the
transcriptional orientation of the genes. The orientation of HLA-A2
within the cosmid was determined by digesting the clone with Kpnl,
which cuts the gene at the end of exon 2, followed by consecutive
probing with pHLA-2a.1 and the 2.0-kb EcoRI fragment located 5’
of the HLA-A2 gene. pMC6.7 marks the fragment used as a
locus-specific probe on pulsed-field gels. This fragment was sub-
cloned into pUC19 for subsequent propagation.

carried on a 5.1-kb EcoRI fragment located immediately 3’ of
HLA-H. Unlike with HLA-A2, we were unable to identify a
class I gene within almost 30 kb of DNA 5’ of HLA-H.

The 2-kb EcoRI fragment immediately 5’ to HLA-A2
hybridized to the 2.7-kb 5’'-flanking fragment from CosRS6,
even after high-stringency washing (data not shown).
Whether homology extends into the adjacent large EcoRI
fragments of both cosmids was not determined. In any
event, the overall structure of the cosmids, as well as the
nucleotide sequences presented above, suggests that these
two genes, and perhaps others, arose as the result of either
a gene conversion covering more than 6 kb or, more proba-
bly, recent duplication of an ancestral gene and its immedi-
ately adjacent DNA segments. It is also possible that HLA-H
is more closely related to either one or both of the
pseudogenes carried on the large EcoRI fragment of
CosRS28 than it is to HLA-A2. This notion is supported by
the finding that an oligonucleotide probe derived from exon
8 of HLA-H (nucleotides 4374 to 4393) consistently hybrid-
ized more strongly to the 12-kb EcoRI fragment than to the
6.7-kb fragment containing HLA-A2.

Since the HLA-H and HLA-A genes may have arisen by
duplication of an ancestral class I gene, we mapped both
CosRS6 and CosRS28 by pulsed-field gel electrophoresis.
Using the nonrepetitive 0.7-kb EcoRI fragment located 5’ of
HLA-H as a probe (pMC6.7), we observed its hybridization
to a 300-kb Sall fragment, a 500-kb BssHII fragment, and a
1,200-kb Nrul fragment (Fig. 3A). It also hybridized to a
very large Milul fragment (>1,200 kb) which ran in the
compression region at the top of the gel. The 0.7-kb band
was also found to hybridize to the 540-kb NotlI fragment
(data not shown) which was earlier found to contain part of
the human MHC (44). The remainder of the class I region in
3.1.0 cells is composed of a smaller NorI fragment of 190 kb
carrying HLA-E (44, 68) and a larger 1,090-kb NorI fragment
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FIG. 3. Pulse-field gels (OFAGE) of digested 3.1.0 genomic
DNA blotted and probed with low-copy locus-specific probes. (A)
The HLA-H locus-specific probe consisted of a 0.7-kb EcoRI
fragment located approximately 21 kb 5’ of the HLA-H gene (Fig. 2).
Enzymes used for digestion are marked at the bottom, and molec-
ular sizes in kilobases are to the left. Saccharomyces cerevisiae
chromosomes and lambda multimers served as size standards. (B) A
blot identical to that in panel A, stripped and probed with HLA-
A2-specific probe pHLA-2a.1.

carrying HLA-B, HLA-C (44), and the TNF genes (G.
Gillespie, unpublished data). With the HLA-A2-specific
probe, identical Sall, BssHII, Notl, and Nrul fragments
were recognized (Fig. 3B). Therefore, both genes are located
within 300 kb of each other; however, the exact distance
separating them is not known and may be considerably less.
The 0.7-kb EcoRI probe from CosRS6 also hybridized to
DNA from the hybrid mouse-6 line but not to mouse DNA
(data not shown).

Regions rich in the unmethylated dinucleotide CpG are
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FIG. 4. Percentages of G and C and GpC and CpG dinucleotide
contents of the HLA-H gene. The upper graph represents the
percentage of total G and C nucleotides found within each 100
nucleotides of the sequence. The lower graphs represent the GpC
and CpG dinucleotide composition of HLA-H generated by the
Statplot program (14). The graphs of percent (G+C) and GpC and
CpG contents are aligned with respect to the nucleotide sequence
presented on the x axis of the percent G+C graph. The cutting sites
of restriction enzymes containing CpG in their recognition se-
quences are presented below and are also aligned with respect to the
graphs above.

termed HTF islands (5). Many of these islands are found in
association with functional genes, predominantly in the
promoter and 5’ regions. Methylation-sensitive restriction
enzymes containing CpG as part of their recognition se-
quences have aided in the identification of HTF island-
containing functional genes (46, 62), including novel genes
within the H-2K region of the mouse MHC (1). HTF islands
have also recently been associated with expressed (as well as
uncharacterized) HLA class I genes (60). Figure 4 shows a
plot of the CpG dinucleotide concentration along the HLA-H
gene. The GpC content roughly parallels the percentage of G
and C throughout the gene; however, the CpG content is
significantly depleted in the 3’ area compared with the rest of
the sequence. The clustering of CpG dinucleotides in the 5’
end of MHC genes (72) and functional a-globin genes (6) has
been previously noted. The extent of CpG dinucleotide
clustering in HLA-H is equivalent to that found within both
the HLA-A2 and HLA-B27 genes (data not shown).

The CpG dinucleotides are not restricted to the promoter
area but are more abundant in the 5’-coding and intron
sequences of the gene. The elevated CpG content extends
into the beginning of intron 3, where it rapidly decreases.
Positions of some of the restriction sites for methylation-
sensitive CpG restriction endonucleases are presented below
the graph of the HLA-H gene in Fig. 4; Sacll (CCGCGG)
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FIG. 5. 3.1.0 genomic DNA restricted with EcoRI and EcoRI
plus rare CpG-recognizing restriction endonucleases. The enzymes
used for digestion are marked above the lanes. Molecular sizes (in
kilobases) are to the left. The final washing conditions of the filter
were 0.2Xx SSC at 65°C for 2 h. HLA-H was used as the probe.

and Narl (GGCGCC) sites are particularly abundant. Al-
though Sacll sites are expected at a frequency of 2.5/10°
nucleotides (based on data present by Lindsay and Bird
[46]), the HLA-H gene has 8 Sacll sites. All of the Sacll sites
are clustered between positions 1135 (between the CCAAT
and TATAA boxes) and 2036 (exon 3) (Fig. 4).

We undertook double digestions of genomic DNA to
analyze whether the CpG-rich sites contained within the
HLA-H gene were methylated. EcoRI-Sacll double digests
of genomic DN A removed the prominent hybridizing band of
6.6 kb after high-stringency washing (Fig. 5; probe-HLA-H).
The 6.6- to 6.7-kb EcoRI fragment includes not only HLA-H
but also the HLA-A2 and HLA-B27 genes. All three genes
contain unmethylated Sacll sites at approximately equiva-
lent positions. After digestion, a new fragment of about 4.9
kb appeared which represents the 3’ portion of HLA-H and
probably other digested class I genes, including HLA-A2 and
HLA-B27. Double digestion with EcoRI-Narl and EcoRI-
Eagl also removed the prominent 6.6- to 6.7-kb band.
However, BssHII, which cuts HLA-H only once near the
end of exon 3, repeatedly failed to digest the EcoRI fragment
carrying this gene (data not shown).

To determine whether the HLA-H gene is transcribed in
human cells, we prepared a cDNA library from poly(A)*
RNA of 3.1.0 and examined the class I transcripts from this
library. Two cDNA clones were obtained that were derived
from HLA-H; the sequence of one is compared with that of
HLA-H in Fig. 6. Both clones started identically within
intron 3 of the gene (approximately 100 nucleotides 5’ of
exon 4, at position 2691). The splices between exons 4 and 5,
Sand 6, 6 and 7, and 7 and 8 were all at exactly the locations
corresponding to those seen in HLA-A2 cDNA. Both clones
terminated approximately 40 nucleotides before the poly-
adenylation signal, at position 4442. One unexplained feature
of the cDNA sequences was that by dideoxy sequencing
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5" intron3 *
cDNAl start ggccacatgcgtgctggtggagtgtcccatgacagatgcaaaatgectgaattttctgactetteccgteag 72
HLA=H = mmmmmmm o e oo e[

exon4
cDNAl ACCCCCCCAAGACACATATGACCCACCACCCCATCTCTGACCATGAGGCCACCCTGAGGTGCTGGGCCCTGG 144
HLA-H
cDNAL GCTTCTACCCTGCGGAGATCACACTGACCTGGCAGCGGGATGGGGAGGACCAGACCCACACACGGAGCTCAT 216

HLA-H -
cDNAl GGAGACCAGGCCTGCAGGGGATGGAACCTTCCAGAAGTGGGCGGCTGTGGTGGTGCCTTCTGGAGAGGAGCA 288
HLA-H
cDNAL GAGATACACCTGCCATGTGCAGCATGAGGGTCTGCCAGAGCCCCTCACCCTGAGATGGG 347
HLA-H

exon5
cDNAL AGCCATCTTCCCAGCCCACCATCCCCATCGTGGGCATCGTTGCTGGCCTGGTTCTACTTGTAGCTGTGGTCA 419
HLA-H
cDNAL CTGGAGCTGTGGTCGCTGCTGTAATGTGGAGGAAGAAGAGCTCAG 464
HLA-H

exoné
cDNAl ATAGAAAAGGAGGGAGCTACTCTCAGGCTGCAA 497
HLA-H 3

exon?
cDNAl GCGGCAACAGTGCCCAGGGCTCTGATGTGTCTCTCACGGCGTGAAAG 544
HLA-H

exon8
cDNAl TGTGAGACAGCTGCCTTGTGTGGGACTGAGAGGCAAGATTTGTTCACACCTTCCCTTTGTGACTTGAAGAAC 616
HLA-H
cDNAL CCTGACTTTCTGCAAAGGCACCTGAATGTGTCTGTGTTCCTGTAGGCATAATGTGTGGAGGAGGGGAGACCA 688
HLA-H
cDNAL ACCCACCCTCATGTCCACCATGACCCTCTTCCCCACGCTGATCTGTGTTCCCTCCCCAATCATCTTTCCTGT 760
HLA-H
cDNAL TCCAGAGAGGCGGGGCTGAGATGTCTCCATCTTTTTCTCAACTTTATGTGCACTGAGCTGTAACTTCTTACT 832
HLA-H
cDNAl TCCC'l'C'l'TAMATTAGAATCTGAGTMACATTTACTTTTTCAMTTCTTGCCATGAGAGGTTGATGACT: 3' 902

en

FIG. 6. Nucleotide comparison of the 3.1.0 HLA-H cDNA clone
(cDNA1) and the HLA-H gene. The cDNA sequence began within
intron 3, at nucleotide position 2691 with respect to the HLA-H
sequence. All nucleotides within the exons were identical, including
the deletions within exons 4 and 7. The only difference, the T-to-C
transition within the intron 3 sequence of cDNA1 (position 2757 in
HLA-H), is marked by an asterisk.

both clones showed a C residue at position 2757, while the
corresponding residue in the genomic clones from the pla-
centa, 3.1.0 (CosRS6 and CosRS42), and JY (16) libraries
was a T. Although this demonstrates that the gene is
transcribed, albeit in an unconventional fashion, neither of
these cDNA clones could encode a class I-like gene product.

To further investigate transcription of HLA-H, we ana-
lyzed RNA transcripts in bulk cultures of mouse L cells
transfected with pHLA-H, pB27, and hybrid constructs
composed of both pHLA-H and pB27 (Fig. 7). Northern
blots of RNAs from pHLA-H transfectants probed with an
HLA-H genomic probe showed the presence of some full-
length transcripts (Fig. 8A). RNase protection studies with a

3
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pHLA-H s [ =’3’ 6.6kb
E -— -—
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FIG. 7. Construction of hybrid HLA-H genes. The boxes repre-
sent exons which are labeled at the top. The termination codon in
exon (Ex) 4 of HLA-H is represented as a solid bar. The single Kpnl
site at the end of exon 3 in both pHLA-H and pB27 is shown. The
hybrid clones pMC7, containing the 5’ EcoRI-Kpnl fragment of
pHLA-H joined to the 3’ Kpnl-EcoRI fragment of pB27, and
pMC1S, containing the 5’ EcoRI-Kpnl fragment of pB27 joined to
the 3’ Kpnl-EcoRI fragment of pHLA-H, are shown.
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FIG. 8. Northern blot of total cytoplasmic RNA from L cells
(J27) transfected with pHLA-H, pB27, and the hybrid clones pMC7
and pMC15. (A) The Northern blot probed with the labeled HLA-H
genomic fragment. Washing was with 2x SSC at room temperature
for 30 min, followed by 0.1x SSC at 65°C for 10 min. (B) The same
Northern blot as in panel A, stripped and reprobed with H-2K*
cDNA. Washing was as for panel A. J27 and each transfectant are
marked above the lanes. 3.1.0 total cytoplasmic RNA in panel A
served as a positive control.

probe spanning exon 1 (73 nucleotides long) and continuing
5" of the gene (Fig. 9) showed that about half of the
transcripts initiated at the site predicted by analogy to
full-length H-2K¢ (41) and HLA-A2 cDNA clones (M.J.C.,
unpublished data) (Fig. 10). This position is approximately
25 nucleotides upstream of the first ATG of exon 1; the size
of the expected protected fragment is therefore 73 + 25 = 98

HLA-H
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] | T7 promoter
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3 \/WVW\W 5'probe 837 nt
o
@ ANase A+Tt
'\fv\/' protected fragment
FIG. 9. Schematic representation of the RNase protection assay.
The 5’ EcoRI-Pst] fragment (1.2 kilobase pairs [kbp]) was subcloned
into pBluescript KS(—) and then linearized with HindIII. T7 RNA
polymerase was used to synthesize transcripts of 838 nucleotides
(nt) containing exon (Ex) 1 (73 nucleotides) plus the 5’ promoter and
flanking sequences. The size of the expected protected fragment was

approximately 100 nucleotides (73 plus approximately 25 nucleo-
tides 5’ of the first ATG in exon 1; see text). kbp, Kilobase pair.
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FIG. 10. RNase protection assay. Cell lines and transfectants are
marked above the lanes. End-filled Hinfl-digested pBR322 served as
size markers. The approximate sizes of the major protected frag-
ments in the pHLA-H and pMC7 lanes were 90 to 100 nucleotides.
No bands were observed below this fragment on other gel runs.
MOLT-4, Hut102, and KMOE are human cell lines. bp, Base pairs.

nucleotides. The other half of the transcripts initiated at a
somewhat upstream site (Fig. 10). The amount of the tran-
scripts accumulated was no more than 5% of the amount in
L cells transfected with the HLA-B27 gene alone.

Composite genes were constructed by cutting the HLA-H
and HLA-B27 genes at their unique and homologous Kpnl
sites at the exon 3-intron 3 junction and joining the 5’ end of
each gene to the 3’ end of the other (Fig. 7). Cells transfected
with the composite gene with its 5’ portion, including the
promoter derived from HLA-H(pMC7), accumulated as
much RNA as did cells transfected with the functional
HLA-B27 gene (Fig. 8A). Most of the RNA transcribed from
this hybrid gene initiated at the expected downstream site
(Fig. 10); however, several other minor bands of protected
RNA were also observed. In contrast, the cells transfected
with the composite gene derived from the 5’ half of the
HLA-B27 gene and the 3’ half of the HLA-H gene accumu-
lated no more full-length RN A than did cells transfected with
the native HLA-H gene (Fig. 8A), suggesting that the defect
in RNA accumulation in these cells was due not to promoter
sequences but rather to sequences downstream of exon 3. It
may be noted that in the pMC15 lane, the HLA-H probe
hybridized to a considerable smear of degraded RNA. No
such smear was evident when H-2K* cDNA was used as a
probe on the same blot (Fig. 8B). Ethidium bromide staining
of the gel before blotting showed that the RNA was intact.
This suggests that the degradation was limited to the tran-
scripts derived from the hybrid gene-containing plasmid,
pMCI1S.
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DISCUSSION

The HLA-H gene resembles previously sequenced class I
genes, except for a single deleted nucleotide in exon 4 that
creates a garbled amino acid sequence for much of exon 4
and an in-frame termination at the end of this exon. Prema-
ture termination codons are characteristic of mouse Qa class
I genes (38, 63, 70), as well as at least one recently described
human gene (22). In the human gene, however, the termina-
tion was found in exon 6 instead of exon 5, as in mouse Qa
genes.

Unmethylated CpG sequences that make up HTF islands
are found in association with many expressed genes (5).
Most genomic fragments that carry class I genes are cleaved
by methylation-sensitive CpG enzymes (reference 60; this
report). The indication that most class I genes that contain
CpG-rich islands are transcribed is supported by identifica-
tion of specific transcripts on Northern blots or isolation of
specific cDNA clones. In our own laboratory, we have
isolated cDNA clones for HLA-E (source, B-lymphoblastoid
line JY; H. Shukla, A. Swaroop, and S. Weissman, unpub-
lished data), HLA-6.0 (source, fetal eye library; A. Swaroop,
H. Shukla, R. Srivastava, and S. Weissman, unpublished
data), and HLA-H.

The HLA-H gene gives rise to low levels of transcripts in
transfected L cells and the human lymphoblastoid line 3.1.0.
The fact that the 6.6-kb EcoRI genomic fragment carrying
the gene was cleaved by Sacll and Narl indicates that the
HLA-H gene contains an HTF island. The BssHII site
beginning at position 2172 was not cut in repeated experi-
ments and may lie beyond the 3’ end of the island.

The characterized cDNA clones of HLA-H begin at a
position within intron 3 approximately 100 nucleotides up-
stream from exon 4 and are derived from a transcript,
because subsequent introns are spliced out in the pattern
predicted by mRNA for conventional class I genes. The
cDNA clones have a C at position 2755, while the HLA-H
gene has a T; the rest of the compared sequences are
identical. The simplest explanation is that the single-base
change is the result of a reverse transcriptase error or a
cloning artifact.

There are abundant reports that alternate splicing occurs
within both mouse and human class I gene transcripts (37,
40). Full-length cDNA clones containing either intact intron
1 or 2 have been reported for mouse TL class I genes (10, 51).
TL transcripts containing unspliced intron 3 sequences have
also been observed for transfected T3¢ and T13° TL genes
(M. J. Chorney, H. Mashimo, Y. Bushkin, and S. G. Na-
thenson, J. Immunol., in press), as well as for the 73° gene
expressed in a leukemia line (H. Mashimo, Ph.D. thesis,
Albert Einstein College of Medicine, New York, N.Y.,
1988).

The HLA-H cDNA clone may have derived from short-
ened transcripts which initiated within intron 3 of the HLA-
H gene. In support of this hypothesis is the finding that a
5'-truncated HLA-B7 gene directed the synthesis of short-
ened transcripts after transfection into L cells (78). Ganguly
et al. (21) have identified enhancer elements located in both
the 5’ promoter region and the 5’ and 3’ ends of intron 3 of
the HLA-B7 gene. In addition to enhancer-binding sites,
secondary RNA polymerase II transcription initiation sites
may also reside within this region. If this is true of most class
I genes, including HLA-H, then the CpG-rich islands would
be flanked by the natural promoter at the 5’ end (containing
enhancer A, IRS, TATA, and CCAAT sequences) and
enhancer elements located 3’ within intron 3. Bird has
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suggested that CpG-rich DN A-binding factors could compet-
itively inhibit the binding of methylases to these regions,
thereby limiting CpG depletion by methylation and subse-
quent deamination (5). An alternative speculation is that the
promoter-binding factors themselves could potentially hin-
der the entrance of methylases and A-T-prone repair en-
zymes to the CpG-rich HTF islands located within the 5’
ends of the genes.

HLA-H gives rise to relatively small transcript amounts in
transfected L cells. The experiments involving transfection
of hybrid genes suggest that the promoter of HLA-H is
potentially as effective in these cells as is the promoter of the
functional HLA-B27 gene, despite the deviations in the
promoter sequence from conventional class I genes that
were noted above. An effect of sequences downstream of the
initiation site on the level of expression of the antigen
encoded by a composite murine Qa region gene has been
observed, but the mechanisms of that effect are not entirely
clear (71). Possible explanations for the effect of downstream
sequences of HLA-H in diminishing the amount of transcript
would be a defective downstream enhancer or a polarity
effect due to a translation termination codon in an interior
exon. The latter is an attractive hypothesis, particularly
since downstream enhancers have not been described for
class I genes and premature translation termination has been
shown to be responsible for the instability of triosephosphate
isomerase (13) and B-globin transcripts (50). A number of
nonclassical class I genes of mice and humans have termi-
nation codons within internal exons, and an effect of these
termination codons in down modulating the levels of gene
transcripts in cells could be an important mechanism in
limiting the expression of these genes.

The sequence of HLA-H suggests that the gene is more
closely related to HLA-A2 than to any other known class I
gene. If one assumes that the evolutionary rate for silent
substitutions (V) is 5.5 x 10™° per site per year (24), the
time of divergence can be calculated by T = K 2V, where
K, is the average number of nucleotide differences per
potential site corrected for multiple substitutions. This equa-
tion produces a time of divergence of approximately 8.8
million years. This time precedes human-chimpanzee sepa-
ration, which is estimated to have occurred approximately 5
x 10° to 7 x 10° million years ago, but is concomitant with
the separation of many of the HLA-A and HLA-B alleles (42,
52). Because HLA-H has retained a functional promoter and
an abundance of CpG dinucleotides in its 5’ end similar to
those of functional HLA class I genes, the deletion in exon
4 may have been a very recent event. In consideration of the
trans-species theory of gene diversification (30, 52), HLA-H
may be a pseudogene in humans but may still be functional
in other primate species and could thereby be a member of
the HLA-A-like allelic family.

It has been suggested that in mice, H-2K and Qa genes are
closely related, since flanking probes from H-2K clones
hybridize to Qa class I cosmids (74). In humans, we have
observed that both the 0.7-kb EcoRI fragment 3’ and the
2.0-kb EcoRlI fragment 5’ of HLA-A2 hybridized after high-
stringency washing to several of our cosmids containing
divergent class I genes (M.J.C., unpublished data). One such
clone that hybridized to both probes is the cosmid containing
the HLA-6.0 gene. This suggests that, like the H-2K gene in
mice, ancestral HLA-A genes may have been actively in-
volved in duplication events, giving rise to a putative human
Qa gene cluster composed in part of HLA-6.0 and HLA-H.
CosRS6 did not hybridize to the 0.7-kb probe, although it
hybridized to the 2.0-kb EcoRI fragment. On the basis of the
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maps, one can envision deletions postduplication occurring
independently in the HLA-H cosmid: one between the 6.6-kb
EcoRlI fragment and the 5.1-kb fragment carrying the dete-
riorated pseudogene and the other 3’ of the pseudogene
fragment itself.

In the 3.1.0 genome, low-copy probes from both the
HLA-A2 and HLA-H cosmids hybridized to identical large
DNA fragments. The result of these experiments show that
the HLA-A2 and HLA-H genes reside on common Sall,
BssHII, and Notl fragments and lie within at least 300 kb of
each other.

The question arises as to whether the gene directs the
synthesis of a protein product. Because of premature termi-
nation, the protein, if expressed, would be approximately 30
kilodaltons in size. It is unlikely that the HLA-H protein
would interact directly with the lipid bilayer; instead, it
would most probably be secreted. Reports of HLA class I
molecules in serum smaller in size than the typical 40-
kilodalton transmembrane proteins exist (15, 59); some of
these molecules may, however, arise as a result of deletion
of the exon 5 sequence (encoding the hydrophobic trans-
membrane domain) from otherwise normal class I transcripts
(37).

Some mouse Qa genes which contain premature termina-
tion codons are linked to the cell surface via a phosphatidyl-
inositol linkage. In Q7°, attachment is mediated by the
carboxyl group of an aspartic acid residue located at position
295 (73). HLA-H, if expressed, may possibly be linked by a
similar mechanism. After the frameshift in exon 4, the rest of
the sequence contains one aspartic and two glutamic acid
residues (Fig. 1, legend), any of which could supply a
carboxyl group for attachment to the membrane surface.

Like the translated sequence of HLA-12.4, that of HLA-H
also predicts a phenylalanine at position 162 in place of a
conserved cysteine. As pointed out originally by Malissen et
al. (47), this substitution would result in destruction of the
alpha 2 domain intrachain disulfide bond found in all class I
proteins. As Klein and Figueroa have argued with respect to
mouse Qa and Tla genes (31), this novel human gene may
indeed be nothing more than a pseudogene which has
fortuitously retained a functional promoter but awaits ulti-
mate extinction from the human genome. Nonetheless, the
mechanism by which the abundance of stable transcripts of
HLA-H is decreased is of general interest. HLA-H provides
a favorable system for further analysis of this phenomenon,
since a marked effect can be seen in transfected cells.
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