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We determined the complete nucleotide sequence of the human endogenous retrovirus genome HERV-K10
isolated as the sequence homologous to the Syrian hamster intracisternal A-particle (type A retrovirus) genome.
HERV-K10 is 9,179 base pairs long with long terminal repeats of 968 base pairs at both ends; a sequence 290
base pairs long, however, was found to be deleted. It was concluded that a composite genome having the
290-base-pair fragment is the prototype HERV-K provirus gag (666 codons), protease (334 codons), pol (937
codons), and env (618 codons) genes. The size of the protease gene product of HERV-K is essentially the same
as that of A- and D-type oncoviruses but nearly twice that of other retroviruses. A comparison of the deduced
amino acid sequences encoded by the pol region showed HERV-K to be closely related to types A and D
retroviruses and even more so to type B retrovirus. It was noted that the env gene product of HERV-K
structurally resembles the mouse mammary tumor virus (type B retrovirus) env protein, and the possible
expression of the HERV-K env gene in human breast cancer cells is discussed.

Recently, human endogenous retrovirus genomes, some
homologous to mammalian type B (2, 3, 8, 42) or type C (1,
18, 21, 22, 28) retroviruses or to retrovirus proviruses of an
unidentified type (16), were isolated and characterized.
However, the types, structures, and functions of human
endogenous retroviruses and their causal relationships to
human cancer have yet to be fully clarified.

Intracisternal A-particle (IAP; type A retrovirus) genomes
are moderately repetitive endogenous retrovirus genomes
interspersedly present in rodents such as mice, rats, and
Syrian hamsters (15). Our recent determination of the com-
plete nucleotide sequence of a Syrian hamster IAP genome
confirmed the presence of conserved pol regions among
retrovirus genomes and revealed a close evolutionary rela-
tionship between the type A retrovirus and types B and D
oncoviruses (25). Based on these findings, sequences
hybridizable with a fragment primarily encoding the con-
served pol region of the Syrian hamster IAP genome were
isolated (24) from a human fetal liver gene library (14).

Typical human endogenous retrovirus genomes, termed
HERV-K, were found to be 9.2 or 9.5 kilobases (kb) long,
with long terminal repeats (LTRs) of ca. 970 base pairs (bp)
(24). These HERV-K proviruses are present at ca. 50 copies
per haploid human genome and are homologous to the
mouse mammary tumor virus (MMTV; type B retrovirus), as
well as to the type A retrovirus. Since the tRNAY was
identified as a presumed primer for reverse transcription, the
genes were tentatively classified as members of the HERV-
K family (K is an abbreviated form of the Lys).

For greater clarification of the organization of HERV-K
genomes, the complete nucleotide sequence of a typical
HERV-K provirus, HERV-K10, was determined. HERV-
K10 is 9,179 bp long with an LTR-gag-protease (prt)-pol-
env-LTR structure, although a deletion 290 bp long was
noted in the boundary region between the pol and env genes.
A composite genome 9,469 bp long containing the 290-bp
sequence was named HERV-K10(+) and was concluded to
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be a prototype HERV-K genome. A comparison of the
deduced amino acid sequences encoded by the pol regions
indicated that this provirus is closely related to IAP-H18
(type A retrovirus) (25), a squirrel monkey retrovirus (type D
retrovirus) (4), and type D retrovirus (SRV-1) (26) linked to
the simian acquired immune deficiency syndrome and even
more so to MMTYV (type B retrovirus) (4, 8).

MATERIALS AND METHODS

Clones and DNA sequencing. HERV-K proviruses cloned
from a human fetal liver gene library have been described
(24). In the present study, DNA fragments were labeled
either at the 5’ ends with [y->’PJATP and T4 polynucleotide
kinase or at the 3’ ends with [a-32P]ddATP and terminal
deoxynucleotidyl transferase. The nucleotide sequences of
the fragments were determined by the method of Maxam and
Gilbert (19). All sequences in both DNA strands were
determined.

Computer-assisted analyses of nucleotide and amino acid
sequences. A two-dimensional homology matrix comparison
of the amino acid sequences was conducted with a computer
program developed for distantly related proteins (40). A
DNA version of this method developed by H. Hayashida and
T. Miyata (unpublished) was used to make a two-
dimensional homology matrix comparison of the nucleotide
sequences (29). Alignment of the amino acid sequences was
performed by the method of Needleman and Wunsch (20),
checked by hand, and corrected as necessary.

RESULTS

Structural features of HERV-K10(+) gene. In a previous
paper, four characterized HERV-K proviruses (HERV-KS,
HERV-K10, HERV-K18, and HERV-K22) were shown to
be divided into two groups (24). The length of the proviruses
of one group (HERV-K10 and HERV-K18) averages 9.2 kb,
whereas the proviruses in the other group (HERV-K8 and
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N(?GléEAAAGCAAGAGAGATCMATTGT’K‘ACTGNTCTG’K'GTAGAAAGAAGTAGACATAGGAGACTCCAAAAATTC‘I'TCTGCCH‘GAGATTCTGTTM‘I‘C 120

TATGACCTTACCCCCAACCOCGTGCTCTCIGAAACG TG TG CTGTGTCAACTCAGGG TTGAATGGATTAAGGGCGG TGCAGGATG TGCTTTG TTAAACAGATGCTTGAAGGCAGCATGCTC 240
CTTAAGAGTCATCACCACTOCCTAATCTCAAGTACCCAGEGACACAAARACTGCGGAAGECCGCAGGGACCTCTGCCTAGGAAAGCCAGGTATTGTCCARGGTTTCTCCCCATGTGATAG 360
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TCTCARATATGGCCTCOTOOGANGGGAAAGACCTOACCGTCCCCCAGCCEGACACCTETAAAGGGTCTG TGCTGAGGAGGATTAGTAAAGAGGAAGGAATGCCTCTTGCAGTTGAGACA 480 (OfT

AGAGGAAGGEATCTGTCTCETGCCTGTCCOTGGGCAATGGAATG TCTCGUEATARARCCCGATTGTATGCTCCATCTACTGAGATAGGGAARAACCGCCTTAGGGCTGGAGGTGGGACCT 600 '—I

CCEOGCAGCAATACTGCT T TG TANAGCATIGAGATGTTTATGTGTATGCATATCCAAAAGCACAGCACTTARTCCTTTACATTGTCTATGATGCCAAGACCTTTGTTCACGTGTTTGTCT 720
GCTGACCCTETCCCCACAATTGTCTTG TGACCCTGACACATCCCCCTCTTTGAGARACACCCACAGATGATGRATARAT ACTAAGGGAACTCAGAGGCTGGCGGGATCCTCCATATGCTG 840

AACGCTGGTTCCCCGGGTCECCTTATTTCTITTCTCTATACTTTG TCTCIG TG TCTTTTTCTTTTCCARATCTCTCGTCCCACCTTACGAGAAACACCCACAGGTGTGTAGGGGCAACCCA 960
‘ThtLeuValonArgVulPtoLeuPheLeuSerLeuTyrPheValsarValserPheSerPheProAsnLeuserSe:HisLeuThrArgAsnThrHisquCylValGlyAlaThrHt‘

SLUTR . 3 . . . . . . . . . .
cccc’rﬁrcmmg‘g&g_mg&gcm‘rc'rcncccmAmc'rAcccrccAcccru'rCAmAcGAcucrccAccAGAcuccccmncucncw'rcmcmAcccgaA 1080
ProTyrlleTrpCysProT] xTrpArgLeuPheSerAtgvalLysValArgSerSerValllelleGluAspLysSetThrAtgAApPlocluTyrlleTyrSerclnProTyrGlyLyl

G_Q'H'GCGCG&TCGGANGAM';CTAGGGNA';‘MTGGGGCAAACTAMAGTRAMT'I‘AMM.;‘I‘AMTATGC&TCT’I‘ATCTCRGCMATTAAMTTC‘H'H‘MMAGMGGGGAGHMT 1200
LeuAlaA:gSetGluGluAlaA(gval11eﬁ§§slyclnrh:LysSerLyslleLySSerLysTyrAlnSerTyrLeuserPhelleLyulleLeuLeuLysAqulyGlyValLylVol

ATCTACAAAAATCTAATCAAGCTATTTCAANT ANTAGAACAATTTTGCCCATGGTTTCCAGAACAAGGAACTTCAGATCTAAAAGATTGGARAAGAATTGGTAAGGAACTAAAACAAGC 1320
Se!ThlLylAlnLeulleLysLeuPheGlnllelleGluGlnPheCysProTrpPhePlOGluGlnGlyThtSerAlpLeuLylAspT!pLylA!qlleGlyLylGluLeuLylGlnAll

AGGTAGGAASGGTAATATCATTCCACTTACAGTATGGAATGATTGGGCCATTATTARAGCAGCTTTAGARCCATTTCAAACAGAAGAAGATAGCATTTCAG TTTCTGATGCCCCTGGAMG 1440
GlyAtgLylGlyAln!le!leProLeuThrValTrpAsnAsthpAlaIlelleLysAlaAlaLeuGluProPheGlnThrcluGluAupserlleSezValserhlpAllProclySer

CTGTTTAATAGATTGTAAT&AAAACACAA&GAAAAAATCCCAGAAAGAAACCGAAAGTTTACATTGCGAATATGTAGCAGAGCCGGTAATGGCTCAGTCAACGCAAAATGTTGACTATAA 1560
CylbeulleAsprlAsnG1uAlnThrArgLylLysSerGlnLysG1uTh(G1uSezLeuHisCysGluTy(ValAlac1uProanHetAlaclns:zThrGlnAunVllAlpTyrAln

CAATTACAGGAGGTCATATATCCTGAAACGTTAAAATTAGAAGGARAAGG TCCAGAATTANTGGGGCCATCAGAG TCTAAACCACGAGGCACAAGTCCTCTTCCAGCAGG TCAGGTGCT | 1680
GlnLeuGlnGluVaIIleTyrProGluThrLeuLysLeuGluGlyLyaGlyProGluLeuHetGlnyosarGluSerLylProAqulyThtSerP:oLeuP:oAlaGlyGanllLen

COTAAGATTACAACCTCAAAAGCAGGTTAAAGAAAATAAGACCCAACCGCANGTAGCCTATCAATACTGCCGCTGGCTGAACTTCAGTATCGGCCACCCCCAGARAGTCAGTATGGATAT | 1800
ValArgbeuGlnProGlnLysGlnvalLysc1uA|nLy5?htGlnProGanalAlaTyrclnTyrCylegTrpLeuAanPhesetIleGlyH!stoGlnLylValScrHetAlp!le
"'AspP(oThrAlaSerSerLeuSerIleLeuProLeuAlnGluLeuGlnTyrArngoProProGluSerGInTyrGlyTyr

CCAGGAATGECCOCAGCACEACAGEECAGEGCGCCATACEATCAGCCGCECACTAGGAGACTTARTCCTATGGCACCACCTAGTAGACAGGGTAGTGAATTACATGAAATTATIGATAAR 1920
GlnGluCylProGlnHilHilAthlaGlyA:gﬂlsThrlleSerArgProLeuclyAspLeulleLeuT pHisHisLeuValAspArgValValAsnTyrMetLysLeuLeulleAsn
ProGlyMetProProAlaProGlnGlyArgAlaProTyrHisGlnProProThrArgArgLeuAsnPr laProProSerArgGlnGlySerGluLeuHisGlulleIleAspLys

TCAAGAAAGSAAGGAGATACTGAGGCATGECARTTCCCACTAACGTTAGAACCGATGCCACCTGGAGAAGGAGCCCAAGAGGGAGAGCCTCCCACAGTTGAGGCCAGATACAAGTCTTTT 2040
GlnGluArgLysGlulleLeuArgHisGlyAsnSerGln***
SezArgLysGluGlyAlpThrcluAlATrpG1nPheProvalThrLeuGluProHetP(oProclyGluG1yAlnGlnGluGlyGluProProThrValGluAlaAtherysSerPhe

ICGATAAAAATGCTARAAGATATGAAAGAGGGAGTAAAACAGTATGGACCCAACTCCCCTTATATGAGGACATTATTAGATTCCATTGCTTATGGACATAGACTCATTCCTTATGATTGE | 2160
Se:I1eLylHetLeuLysAlpﬂetLyscluclyvalLysGlnTyrGlyProAsnSerPtoTylnetA!gThrLeuLeuA:pSelIleAlaTyrGlyHlsArgLeuIleProTyrAlthp

CAGATTCTACAAAATCGTOTCTCTCACCETCTCAAT T I TACAATTTAAGACTTG G TGGATTGATGGGGTACAAGAACAGGTCCGAAGAAATAGGGCTGCCAATCCTCCAGTTARCATA 2280
Glu!leLeuAlaLysSQISQILeuSerProSerGlnPheLeuGlnPheLyaTthrpTxplleAspGlyValclnGlucanalArgArgAsnAxgAlaAluAlnProPtovalA.nIle

GATGCAGATCAACTATTAGEAATAGGTCAAAATTGGAGTACTATTAGTCAACAAGCATTAATGCAAAATGAGGCCATTGAGCAAGTTAGAGCTATCTGCCTTAGAGCTTGGGAARAAATC 2400
A.pAlaA-pGlnLeuLeuGlylleGlyGlnAsnT(pSerThrIlese:GlnGlnAlaLeuHetGlnAsncluAlallecluclnvalqulla!leCylLeuArquaTrpGluLonle

CAAGACCCA&GAAGTACCT&CCCCTCATT*AATACAGTAAGACAAGGTT&AAAABAGCCéTACCCTGAT%TTGTGGCAAéGCTCCAAGA*GTTCCTCAAAAGTCAATTG&CGATGAAAAA 2520
G1nAlpPrnGlySetThzcysPtoserPheA:nThtValAqulnGlySerLysGluProTyrProAspPheValAIAAzqLeuGlnAspValAlaGlnLysSerIleAlaAlpGluLyl

GCCOGTANGETCATAGTGGAGTTGATGGCATATGAARACE CCAATCCTGAG TG TCAATCAGCCATT AAGCCATTAAAAGS AAAGG TTCCTGCAGGATCAGATGTAATCTCAGAATATGTA | 26 40
AlaGlyLy.VllIIQVAlcluLeuHetAlaTyrGluAanAlaAlnonGluCysGlnSezAlaIleLysProLeuLycGlyLysValProAlaGlySe:AlpvalIleSerGluTer|l

AAAGCCTGTGATGGAATCGEAGGAGCTATECATAAAGCTATGCTTATGG CTCAAGCAATAACAGGAG TTGTTTTAGGAGGACAAGTTAGAACATTTGGAGG TTATARTIGTGGT 2760
LytAlaCy:AspGlyl1eclyclyAIaHetHstysAlaHetLeunetAlaGlnAlalleThrGlyValvalLeuclyclyclnvalAnghrPheGlyGlyLy sTyrAsnCysGly

R TTGG TR CTT AR AN AGARTTGACCAGTCTTAAACAAACAGAATATAACTATTCAAGCAACTACAACAGGTAGAGAGCCACCTGACTTATG TCCAAGATG TARARA 2880
GlnlleGlyHisLeuLysLysAsn rovalLeuAsnLysGlnAsnIleThrIleGlnAlaThr Thr ThrGlyArgGluProProAspLe 8ProArgCysLysLysGlyLysHis

TOOCCTAGTERA TG T TCTAAATTTGATAAAAATGGG CAACCATTG TCGGGAAACGAGCAAAGGGGCCAGCCTCAGGLCCCACAACAAACTGGGGCATTCCCARTTCAGCCATTTGTT 3000
TrpAlaSerGlni rgSerLysPheAspLylAnnGlyGlnProLeuSerclyAancxuGlnArgclyclnProGlnAlaProGlnGlnThrGlyAluPheProlleclnProPheval

gag

"'LlerpAlaThrllevalGlyLylArgAlaLyaGlyProAlaSétGlyProThrThrAanTrpGlyIleProAlnseIAlalleCylSez
COTCAGOGT M TCAGGGACAACAACCCCCACTGTCCCAAGTGTTTCAGGEAATAAGCCAGTTACCACAATACAACART TG TCCCTCACCACAAGCGGCAGTGCAGCAGTAGATTTATGTA 3120

ProclnGlyPheGlnGlyGlnGlnProProLeuSercanalPheclnclyl1e5ezclnLeuonclnTyrAanAanysProSetProclnhlahluValGlnGln"'
sarGlyPheSerGlyThtThrThxPxoThrValProSetValSerclyAanLysProValThIThrlleGlnGlnLeuSerLeuThrTtherGlySerAlaAlaValAlpLeuClehr

CTATACAAGEAGTCTCTCTS CTTCCAGGGEAGCCCCCACAAAAAATCCCTACAGGGGTATATGGCCCACTGCCTGAGGGEACTGTAGGACTAATCTTGGGANGATCAAGTCTAAATCTAA 3240
IleGInAIaVllsexLeuLeuPzoGlyGluProProGlnLys!lePtoThrGlyValTyrGlyProLeuPtoGluGlyThrValGlyLeuIleLeuGlyArgserSerLeuAlnLeuLyl

AMGGAGTTCAAATTCATACTAGTGTGGTTGATTCAGACTATAAAGGCGARATTCAATTGG TTATTAGCTCTTCAATTCCTTGGAGTGCCAGTCCAAGAGACAGGATTGCTCAATTATTAC 3360
GlyvulGlnXlthuThrsazValValAsPSQIAspTyrLylGlyGlulleGlnLeuVaIlleSerSerSetIleProTrpSerAlaSerProAquspArglleAlnGlnLeuLeuLeu

TCCTGCCATATATTAAGGGTGGAAATAGTGAAATAAAAAGAATAGGAGGS CTTG TAAGCACTGATCCAACAGGAAAGGCTGCATATTGGGCAAGTCAGGTCTCAGAGAACAGACCTGTGT 3480
LcuProTytlleLylGlyGlyAlnSetGluIleLylA:g!leGlyGlyLeuValSerTh(AinroThrclyLyJAlaAlaTerrpAllSerGlnvalsercluAnnA:qPronICyl

crmccanancmcmcuﬁmcmc ACTGGAGCA mrc-rcnnamTmﬁA&mGCCMcmcamcmdcnmmm': 3600
LysAlalleIleGlnGlyLysGlnPheGluGlyLeuValAspThrGlyAlaAspvalSerIlelleAl sleuAsnGlnTrpProLysAsnTrpProLysGlnLysAlavalThrGlyLeu
TTGTCGGCATAGGCACAGCOTCAGAAGTGTATCARAGTATGGAGATTTTACATTGCTTAGGGCCAGATAATCAAGAAAGTACTGTTCAGCCAATGATTACTTCAATTCCTCTTAATCTGT | 3720
ValclyIleGlyThrA!aSercluValTyrGlnSexEZBGlulleLeuHisCysLeuGlyP(oAlpAlnGlnGluSerTthalGlnPlo!etIleThr5erllePtoLeuAlnLeuTrp

GGGGTCGAGATTTATTACAACAATGGGGTGCGGAAATCACCATGCCCGCTCCATTATATAGCCCCACGAGTCAAAAAATCATGACCAAGATGGGATATATACCAGGAAAGGGACTAGGGA 3840
GlyArgAspLeuLeuGlnGlnTrpGlyAlaGluIleThrMet ProAlaProLeuTyrSerproThrSerGlnLysIleMetThrLysMetGlyTyrIleproGlyLysGlyLeuGlyLys

AAAATGAAGATGGCATTAARGTTCCAGTTGAGGCTAARATAAATCAAGAAAGAGAAGGAATAGGGTATCCTTTTTAGGGGCGGTCACTGTAGAGCCTCCTAAACCCATACCACTAACTTG 3960
AsnGluAspGlyIleLysValProvalGluAlaLysIleAsnGlnGluArgGluGlyIleGlyTyrProPhe***

***AgnLysSerArgLysArgArgAsnArgValSerPheLeuGlyAlavalThrValGluProProLysProlleProLeuThrTrp

GAAAACAGAAAAACCGGTGTGAGTAAATCAGTGGCCGCTACCAAAACAARAACTGGAGGCTTTACATTTATTAGCAAATGAACAGTTAGAAAAGGGTCACATTGAGCCTTCGTTCTCACC | 4080
LysThrGluLysProvalTrgvValAsnGlnTrpProLeuProLysGlnLysLeuGluAlaLeuHisLeuLeuAlaAsnGluGlnLeuGluLysGlyHisIleGluProSerPheSerPro

TTGGAATTCTCCIGTCTTTGTAATTCAGAAGAAATCAGGCAAATGGCATACGTTAACTC;CTTAAGGGC*GTAAACGCC&TAATTCAACéCATGGGGCC*CTCCAACCC&GGTTGCCCTé 4200
TrpAsnSerProvalPhevVallleGlnLysLysSerGlyLysTrpHisThrLeuThrAspLeuArgAlavalAsnAlavallleGlnProMetGlyProLeuGlnProGlyLeuProSer
ProAlaMetIleProLysAspTrpProLeullellelleAspLeuLysAspCysPhePheThrIleProLeuAlaGluGlnAspCysGluLysPheAlaPheThrIleProAlalleAsn

TAATAAAGAACCAGCCACCAGGTTTCAGTGGAAAGTGTTACCTCAGGGAATGCTTAATAGTCCAACTATTTGTCAGACTTT TG TAGGTCGAGCTCTTCAACCAGTGAGAGARAAGTTTTC | 4440
AsnLysGluProAlaThrArgPheGlnTrpLysValLeuProGlnGlyMetLeuAsnSerProThrIleCysGlnThrPheValGlyArgAlaLeuGlnProvalArgGluLysPheSer

AGACTGTTATATTATTCATTATATTGATGATATTTTATGTGCTGCAGAAACGARAGATAAATTAATTGACTGTTATACATTTCTG CAAGCAGAGGTTGCCAATGCTGGACTGGCAATAGE | 4560
AspCysTyrIlelleHisTyrIleAspAsplleLeuCysAlaAlaGluThrLysAspLysLeulleAspCysTyrThrPheLeuGlnAlaGluvValAlaAsnAlaGlyLeuAlalleAla

ATCCGATAAGATCCAAACCTCTACTCCTTTTCATTATTTAGGGATGCAGATAGAAAATAG TTAAGCCACAAAAAATAGAAATAAGAAAAGACACATTAAAAACACTAAATGATTT 4680
SerAspLysIleGlnThrSerThrProPheHisTyrLeuGlyMetGlnIleGluAsnArgLysfIleLysProGlnLysIleGlulleArgLysAspThrLeuLysThrLeuAsnAspPhe




TCAAAAATTACTAGGAGATATTAATTGGATTCGGCCAACTCTAGGCATTCCTACTTATGéCATGTCAAA’}‘TTGTTCTCT;\TCTTAAGAG(}‘AGACTCAGA(‘ZTTAAATAGT&AAAGAATAT';’ 4800
GlnLysLeuLeuGlyAspIleAsnTrpIleArgProThrLeuGlyIleProThrTyrAlaMetSerAsnLeuPheSerIleLeuArgGlyAspSerAspLeuAsnSerGlnArglleLeu

AACCCCAGAGGCAACAAMGMATTMATTAGTGGAAGAAAMATTCAGTCAGCGCAAATAAATAGAATAGATCCCTTA&CCCCACTCCAACTTTTGAT‘}"K‘T‘]‘GCCACTGCACATTCTC& 4920
ThrProGluAlaThrLysGlulleLysLeuValGluGluLysIleGlnSerAlaGlnIleAsnArglleAspProLeuAlaProLeuGlnLeuLeullePheAlaThrAlaHisSerPro

AACAGGCATCATTATTCAAAATACTG ATCTTGNGAGTGGTCATTCCTT&CTCACAG TA(‘:AGTTAAGAC'I‘TTTACATN"I'ACT'PGGATCAAATAGCTACATTMTCGGT&AGACAAG AT'E‘ 5040
ThrGlyllelleIleGlnAsnThrAspLeuValGluTrpSerPheLeuProHisSerThrValLysThrPheThrLeuTyrLeuAspGlnIleAlaThrLeulleGlyGlnThrArgLeu

ACGAATAACAAAATTATGTGGAAATGACCCAGACAAAATAGTTGTCCCTTTAAC CAAGGAACMGTTAGACAAGC CNT;\TCAATTC mé'!‘GCANGCA&AT‘lCGTCT'I{;CTAAT"NT 5160
ArgIleThrLysLeuCysGlyAsnAspProAspLysIleValValProLeuThrLysGluGlnValArgGlnAlaPhelleAsnSerGlyAlaTrpGlnIleGlyLeuAlaAsnPheval

GGGACTTATTGATAATCATTACCCAAAAACAAAGATCTTCCAGTTCTTAAAATTGACTACTTGGATTCTACCTAAAATTACCAGACGTGAACCTTTAGAAAATGCTCTAACAGTATTTAC 5280
GlyLeulleAspAsnHisTyrProLysThrLysIlePheGlnPheLeuLysLeuThrThrTrpIleLeuProLysIleThrArgArgGluproLeuGluAsnAlaLeuThrvValPheThr

pol

TGATGGTTCCAGCAATGGAAAAG CAGCTTACACAGGGCCC’;AAAGAACGA(‘Z1'MTCMAA&TCCATATCAATCGGCTCMAGAGACGAGT'i’GGTTGCAGTéATTACAGm‘i‘TACMGATT’i‘ 5400
AspGlySerSerAsnGlyLysAlaAlaTyrThrGlyProLysGluArgVallleLysThrProTyrGlnSerAlaGlnArgAspGluLeuvalAlavallleThrvalLeuGlnAspPhe

TGACCAACCTATCAATATTATATCAGATTCTGCATATGTAGTACAGGCTACAAGGGATGTTGAGACAGCTCTAATTAAATATAGCATGGATGATCAGTTAAACCAGCTATTCAATTTATT 5520
AspGlnProlleAsnIlelleSerAspSerAlaTyrValValGlnAlaThrArgAspValGluThrAlaLeulleLysTyrSerMetAspAspGlnLeuAsnGlnLeuPheAsnLeuLeu

ACMCAAACNTMGMAMGMATTTCC(.:A'I‘TTTATA’ITACTTATATT&GAGCACACA&TMTTTACCAGGGCCTT'ICRCTAMGCMANAACAAGC'}GACTTAC G TATCATCTG& 5640
G1nGlnThrValArgLysArgAsnPheProPheTyrIleThrTyrIleArgAlaHisThrAsnLeuProGlyProLeuThrLysAlaAsnGluGlnAlaAspLeuLeuvalSerSerAla

ACTCATAAAAGCACAAGAACTTCATGCTTTGACTCATGTAAATGCAGCAGGATTAAARAACARATTTGATG TCACATGGAAACAGGCAAAAGATATTGTACAACATTGCACCCAGTGTCA | 5760
LeulleLysAlaGlnGluLeuHisAlaLeuThrHisValAsnAlaAlaGlyLeuLysAsnLysPheAspValThrTrpLysGlnAlaLysAspIleValGlnHisCysThrGlnCysGln

AGTCTTACACCTGCCCACTCAAGAGGCAGGAGTTAATCCCAGAGGTCTG TGTCCTAATGCATTATGGCARATGGATGTCACGCATGTACCTTCATTTGGAAGATTATCATATGTTCATGT | 5880
ValLeuHisLeuProThrGlnGluAlaGlyValAsnProArgGlyLeuCysProAsnAlaLeuTrpGlnMetAspValThrHisValProSerPheGlyArgLeuSerTyrValHisval

=> AACAGTTGATACTTATTCACATTTCATATGGGCAACTTGCCAAACAGGAGAAAGTACTTCCCATG TTAAAAAACATTTATTG TCTTG TTTTGCTG TAATGGGAGTTCCAGARAAAATCAR | 6000
ThrValAspThrTyrSerHisPheIleTrpAlaThrCysGlnThrGlyGluSerThrSerHisValLysLysHisLeuLeuSerCysPheAlavalMetGlyValProGluLysIleLys

MCNACM'I'GGACCAGGATAT’I’GTAGTAAAGCTTTCCAMAATTCTTAAGTCAGNGAAMTTTCACA’}‘ACMCAGGAATTCCTTATARTTCCCAAGGACAGGCCATA&TTGAMGM(’: 6120
ThrAspAsnGlyProGlyTyrCysSerLysAlaPheGlnLysPheLeuSerGlnTrpLysIleSerHisThrThrGlyIleProTyrAsnSerGlnGlyGlnAlallevValGluArgThr

TAATAGAACACTCAAAACTCAATTAGTTAAACAAAAAGAAGGGGGAGAGAGTAAGGAGTG TACCACTCCTCAGATGCAACTTARTCTAGCACTCTATACTTTAAATTTTTTAAACATTTA | 6240
AsnArgThrLeuLysThrGlnLeuValLysGlnLysGluGlyGlyAs: erLysGluCys'l‘hr'l‘hrP(oGlnHetGlnLeugsnLeuAlaLeuTy:ThrLeuAsnPheLeuAsnIle'l‘yr

TAGAAATCAGACTACTACTTCTGCAGAACAACATCTTACTGGTARAAAGAACAGCCCACATGARGGAARACTAATTTGGTGGAAAGATAATAAAAATAAGACATGGGARATAGGGAAGGT 6360
ArgAsnG1lnThrThrThrSerAlaGluGlnHisLeuThrGlyLysLysAsnSer ProHisGluGlyLysLeulleTrpTrpLysAspAsnLysAsnLysThrTrpGlulleGlyLysVal

GATAACGTGGGGGAGAGGTTTTGCTTG TG TTTCACCAGGAGARAATCAGCTTCCTG ITTGG T TACCCACTAGACATTTG AAGTTCTACAATGAACCCATCGGAGATGCAAAGAARAGGGE 6480
I1leThrTrpGlyArgGlyPheAlaCysValSer ProGlyGluAsnGlnLeuProvValTrpLéuProThrArgHisLeuLysPheTyrAsnGluProlleGlyAspAlaLysLysArgAla

CAATCGAGCACCGTTGACTCACAAGATGAACAAAATGG TGACGTCAGAAGAACAGATGAAGTTGCCATCCACCAAGAAAGCAGAGCCGCCGACTTGGG | 6600
oGlnSerSerThrValAspSerGlnAspGluGlnAsnGlyAspValArgArgThrAspGluvalAlalleHisGlnGluSerArgAlaAlaAspLeuGly

CTCCACGGAGATGGTAACAQ
SerThrGluMetvValThr By

CACAACTAAAGAGCTGACGEAGTTAGCTACARARTATCTAGAGAACACARAGGTGACACAAACCCCAGAGAGTATGCTGCTTGCAGCTTGATGATTGTATCARTGGTGGTAAGTCTCCCT 6720
ThrThrLysGluLeuThrGlnLeuAlaThrLysTyrLeuGluAsnThrLysValThrGlnThrProGluSerMetLeuLeuAlaAla**#* —
*+**ArgAlaAspAlavalSerTyrLysIleSerArgGluHisLysGlyAspTh rAsnProArgGluTyrAlaAlaCysSerLeufetIlevalSerMetValval SerLeuPro
AGTCACATGGATGGATAATCCTATAGAAGTATATGTTAATGATAGTATA 6840
aValThr TrpMetAspAsnProlleGluValTyrValAsnAspSerIle
==

TGGGTACCTGCCCCATAGATGATCGCTGECCTGCCAAACCTGAGGAAGAAGGGATGATCATAAATATTTCCATTGGGTATCGTTATCCTCCTATTTGCCTAGGGAGAGCACCAGGATGT | 6960
TrpvalProGlyProIleAspAspArgCysProAlaLysProGluGluGluGlyMetMetIlefsnIleSedIleGlyTyrArgTyrProProlleCysLeuGlyArgAlaProGlyCys

T TAATGCCTECAGTCCAAAATTGGTTGG TAGAAG TACCTACTG TCAGTCCCATCAGTAGATTCACTTATCACATGG TAAG CGGGATGTCACTCAGGCCACGGGTAAATTATTTACARGAC 7080
LeuMetProAlavalGlnAsnTrpLeuvValGluValProThrvalSerProlleSerArgPheThr TyrHisMetValSerGlyMetSerLeuArgProArgvalAsnTyrLeuGlnAsp

MetProAlaGlyl rTrpAlaTyrValProPheProProLeulleArg.

TTTCTTATCAAAGATCATTAAAATTTAGACCTAAAGGGARACCTTGCCCCARGGARATTCCCAAAGAATCAARAAATACAGAAGTTTTAGTTTGGGAAGAATGTGTGGCCAATAGTGCG 7200
PheSerTyrGlnArgSerLeuLysPheArgProLysGlyLysProCysProLysGluIleProLysGluSerLysAsnThrGluvalLeuValTrpGluGluCysValAlaAsnSerAla

GTGATATTATAAAACAATGAATTTGGAACTATTATAGATTGGGCACCTCGAGGTCAATTCTACCACAATTGCTCAGGACAAACTCAGTCGTGTCCAAGTGCACAAGTGAGTCCAGCTGTT 7320
VallleLeu***AsnAsnGluPheGlyThrIleIleAspTrpAlaProArgGlyGlnPheTyrHisgAsnCysSendGlyGlnThrGlnSerCysProSerAlaGlnvalSerProAlaval

GATAGCGACTTAACAGAAAGTTTAGACAAACATAAGCATAAAAAATTGCAGTCTTTCTACCCTTGGGAATGGGGAGAAAAAGGAATCTCTACCCCAAGACCARARATAGTAAGTCCTGTT | 7440
AspSerAspLeuThrGluSerLeuAspLysHisLysHisLysLysLeuGlnSerPheTyrProTrpGluTrpGlyGluLysGlyIleSerThrProArgProLysl levalSerProval

TCTGGTCCTEAACATCCAGAATTATGGAGGCTTACTG TGECCTCACACCACATTAGAATTTGGTCTGGAAATCAAACTTTAGAAACAAGAGATTG TAAGCCATT TTATACTGTCGACCTA 7560
SerGlyProGluHisProGluLeuTrpArgLeuThrValAlaSerHisHisIleArgl le'l‘rpsuGlLeuGluThrArgAsprsLysProPhe'rerhrValAspLeu

env

AATTCCAGTCTAACAGTTCCTTTACAAAG T TGCGTARAGECCCCTTATATGCTAGTTGTAGGARATATAGTTATTAAACCAGACTCCCAGACTATAACCTGTGARAATTGTAGATTGCTT 7680
8 JLeuThrvalProLeuGlnSerCysValLysProProTyrMetLeuvValValGlyAsnIleVallleLysProAspSerGlnThrIleThrCysGluAsnCysArgLeuLeu

ACTTGCATTGATTCAACTTTTAATTGGCAACACCGTATTCTGCTGG TGAGAGCAAGAGAGGGCG TG TGGATCCCTG TG TCCATGGACCGACCGTGGGAGGCCTCACCATCCGTCCATATT 7800
ThrCysIleAspSer ThrPheAsnTrpGlnHisArgIleLeuLeuValArgAlaArgGluGlyValTrplleProvalSerMetAspArgProTrpGluAlaSerProSerVall isIle

TTGACTGAAGTATTARAAGETGTTTTARATAGATCCARARGITCATTTTTACTITARTTGCAGTGATTATGGGATTAATTG CAGTCACAGCTACGGCTGCTGTAGCAGGAGTTGCATTG | 7920
LeuThrGluvalLeuLysGlyValLeuAsnArgSedLysArgPhellePheThrLeulleAlavallleMetGlyLeulleAlavalThrAlaThrAlaAlavalAlaGlyValAlaLeu

. . . OM*~ . . N . R . . .
CACTCTTCTGTTCAGTCAGTAAACTTTGTTAATGATTGGCAAAAGAATTCTACAAGATTGTGGAATTCACAATCTAGTATTGATCAAAAATTGGCAAATCAAATTAATGATCTTAGACAA 8040
HisSerSerValGlnSerValAsnPheValAsnAspTrpGlnLysAsnSer ThrArgLeuTrpAsnSerGlnSerSerIleAspGlnLysLeuAlaAsnGlnIleAsnAspLeuArgGln

ACTGTCATTTGGATCGGAGACAGACTCATGAGCTTAGAACATCGTTTCCAGTTACAATGTGACTGGAATACGTCAGATT T TIGTATTACACCCCAAATTTATAATGAGTCTGAGCATCAC 8160
ThrvallleTrpMetGlyAspArgLeuMetSerLeuGluHisArgPheGlnLeuGlnCysAspTrpAsnThrSedAspPheCysIleThrProGlnIleTy fAsnGluSedGluHisHis

TGGGACATGETTAGACGCCATCTACAGGGAAGAGAAGATAATCTCACTTTAGACATTTCCAAATTARAAGAACARATTTTCGAAGCATCAAAAGCCCATT TAAATTTGGTGCCAGGAACT | 8280
TrpAspMetValArgArgHisLeuGlnGlyArgGluAsgAsnLeuThdLeuAsplleSerLysLeulysGluGlnIlePheGluAlaSerLysAlaHi sLeuAsnLeuValProGlyThr

GAGGCMTT&CAGGAGTN&NATGGC CT&GCMATCTTAACCCNTCA&T‘K;GGTTAA(';ACCAT’PGGAAGTACATCGA'i‘TATMATCTCATATTMTC&T‘ICTGNCCTGTTTNTCTG 8400
GluAlalleAlaGlyValAlaAspGlyLeuAlaAsnLeuAsnProValThrTrpValLysThrlleGlySerThrSerIlelleAsnLeul leLeulleLeuValCysLeuPheCysLeu

. o . . . . N o - PPT R E_.:fmi. .
TTGTTAGTCTGCAGGTGTACCCAACAGCTCCGAAGAGACAGCGACCATCGAGAACGGGCCATGATGACGATGGCGGTTTTG TCGAAAAGAAAAGGGGGAAATG TGGGGAAAAGCAAGAGA 8520
LeuLeuValgsArgCysTthlnGlnLeuArgAtgAspSerAspHSsArgGluArgAlaHetHetThrHetAlaValLeuSerLysArgLysGlyGIyAanalclyLySSerLysArg

GA'rcAAA'm';'n‘Acmm'rc':'rc'rcncAAAGAAGTAGACRTA@GAGACT&CAAAAT'rc'r'rércccmacancm'r'rmi‘cnmnucCTTACCCCCAACC 8640
AspGlnlleValThrValSerVal*#** —

CCOTGCTCTOTGARACATGTGCTGTGTCAACTCAGGG TTC AATGGATTARGGGCGG TGCAGGATG TGC TG TTARACAGATGCTTGAAGGCAGCATGCTCCTTAAGAGTCATCACCACT 8760
CCCTAATCTCANGTACCCACGGACACAAARACTGCAGAACGCCGCAGGGACCTCTGCCTAGGARAGCCAGGTATTGTCCAAGGTTTCTCCCCATGTGATAGTCTGARATATGGCCTCGTG 8880
GGAAGGGAARGACCTGACCETCCCCCAGCECOACACCTGTARAGGGTCTE TGCTGAGGAGGATTAGTARAAGAGGAAGGAATGCCTCT TG CAGTTGAGACAAGAGGAAGGCATCTGTCTC 9000
CTGCCTGTCACTOOGCAA NG AATGTCTCOGTRTARRAK CCGATTG TATE CTCCATCTAC TG AGATAGGGARAAACCGCCTTAGGGC TG AGG TGGGACCTGCGGGCAGCAATACTGCTT 9120 [
IGTAAAGCATTGAGATGTTTATGTGTATGUATATCCAAAAGCACAGCACTTAATCCTTTACATTGTCTATGATGCCAAGACCTTTGTTCACGTGTTTGTCTGCTGACCCTCTCCCCACAR | 9240

MTGTCTTGTGACCCTGACACATCCCCCTCTTTGAGAAACACCCACAGATGATARAT ARATACTAAGGGAACTCAGAGGCTGGCGGGATCCTC CATATGCTGAACGCTGGTTCCCCGGGTC 9360

. . . . . . . . . . JLTR
CCCTTATTTCTTTCTCTATACTTTGTCTCTGTGTCTTTTTCTTTTCCAAATCTCTCGTCCCACCTTACGAGAAACACCCACAGGTG TGTAGGGGCAACCCACCCCTACA 9469

FIG. 1. Nucleotide sequence of human endogenous retrovirus genome HERV-K10(+). The DNA sequences of the coding strand, LTRs,
and gag, protease (prt), pol, and env regions are shown. The sequences corresponding to the glucocorticoid responsive element (31), ephancer
core (12), TATA box, and polyadenylation signal are boxed in the LTRs (24). The assumed primer-binding site (PBS) and polypurine tract
(PPT) are underlined. The deduced amino acid sequences endoded by the six large open reading frames shown in Fig. 2 are given, and the
first methionine in each reading frame is boxed. In the gag region, two amino acid sequences with the consensus sequences observed in tl]e
nucleic acid-binding protein (6, 7) are boxed. The sequence homologous to the C-terminal portion of cellular acid proteases (41) is boxed in
the prt gene. In the pol gene, two conserved subregions, RT and EN (see the text), are boxed. Around the pol-env junction, a 290-bp sequence
found in HERV-KS8 but deleted in HERV-K10 is indicated in the box (D). The env gene is tentatively subdivided into SP, OM, and TM
regions. Three hydrophobic amino acid clusters are underlined. Potential glycosylation sites in the env gene product are indicated in boxes.
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FIG. 2. Restriction map and open reading frames of human endogenous retrovirus genome HERV-K10(+). Stop codons in each phase of
the coding strand are shown by vertical lines. The six large open reading frames (ORF1 to ORF6) and the gag, protease (prt), pol, and env
genes are shown. The position (V) of the first ATG codon in each reading frame is indicated. The locations corresponding to the two amino
acid sequences with the consensus sequence observed in the nucleic acid-binding protein (6, 7) are boxed in the gag gene. The sequence
homologous to the C-terminal portion of cellular acid proteases (41) is boxed in the prt gene. Two conserved subregions, RT and EN (see the
text), are indicated in the pol gene. HLM-2 and HM16 are regions whose nucleotide sequences correspond to those reported by Callahan et
al. (2) and Deen and Sweet (8), respectively. A 290-bp deletion (D) found in both HERV-K10 and HERV-K18 is indicated. The env gene is
tentatively subdivided into SP, OM, and TM regions. The restriction enzyme abbreviations are as follows: Bl, Ball; B, BamHI; Bg, BgllI;
E, EcoRI; RV, EcoRV; H, Hindlll; K, Kpnl; N, Nsil; P, Pst1; S, Sall; Sc, Scal; Sm, Smal; Se, Spel; Sh, Sphl; Ss, Sspl; Xb, Xbal; Xh,

Xhol.

HERV-K22) each possess an additional 0.3-kb fragment 6.5
kb downstream from the 5’ end of HERV-K10 and HERV-
K18. The HERV-K10 LTRs are 968 bp long and differ from
each other by only two bases, whereas the HERV-K18
LTRs (969 bp) differ from one another in 42 positions.
Therefore, it was decided to determine the complete nucle-
otide sequence of HERV-K10, possibly having fewer muta-
tions introduced after integration as a provirus, followed by
determination of the sequences of the 0.3-kb fragments
present in HERV-K8 and HERV-K22.

HERV-K10 is 9,179 bp long with LTRs having segments
corresponding to a TATA box, a polyadenylation signal, and
an enhancer core (12) (Fig. 1). Immediately upstream from
the putative enhancer core sequence is a segment corre-
sponding to a glucocorticoid responsive element found in the
MMTV LTR (31). A tRNA}Y® with a CUU anticodon (39)
and reported to be a putative primer tRNA in visna virus (37)
and in the simian D-type virus SRV-1 (26) is considered to be
the primer for the reverse transcription of HERV-K.

The additional sequences found in HERV-K8 and HERV-
K22 are 290 bp long and are located at positions 6500 and
6501 from the 5' end of HERV-K10 (Fig. 1). These 290-bp
fragments differ from each other at only one position (6581),
where A in HERV-KS is replaced by G in HERV-K22. By
comparing the amino acid sequences deduced from the
nucleotide sequences of HERV-K with those of other retro-
viruses, it was concluded that HERV-K with the 290-bp
fragment is a prototype in the HERV-K family (see below).
A composite nucleotide sequence 9,469 bp long is shown in
Fig. 1 as HERV-K10(+), which is made up of the complete
HERV-K10 sequence and the 290-bp fragment of HERV-
K8.

After translation of the HERV-K10(+) nucleotide se-
quence into the amino acid sequences, the positions of the
stop codons in each reading frame were identified (Fig. 2). In
the reading frame of the coding strand, several large open
reading frames (ORF1 to ORF6) are present in the region

corresponding to the gag, prt, pol, and env genes of the
retrovirus genome. No open reading frame capable of en-
coding more than 150 amino acid residues was found on the
noncoding strand.

Two-dimensional homology matrix comparisons of the
nucleotide sequences of HERV-K10(+) and the Syrian ham-
ster IAP (IAP-H18) (25) and of HERV-K10(+) and the
D-type simian retrovirus SRV-1 (26) are shown in Fig. 3. The
most homologous region in Fig. 3A and B was positioned in
the ORF4 region of HERV-K10(+), which corresponds to
the pol gene. The second homologous region located in
ORF3 corresponds to the prt gene (see below).

HERV-K10(+) gag gene. Since the structural features and
amino acid sequences of the gene products of HERV-K were
totally unknown, an attempt was made to elucidate the
organization of this genome by comparing the structures
deduced from the nucleotide sequences of HERV-K10(+)
with those deduced from the presumably closely related
oncoviruses such as IAP-H18 (type A) (25), MMTYV (type B)
(4, 8), and SRV-1 (type D) (26). The N termini of the gag
precursor proteins of the mammalian retroviruses so far
examined have a Met followed by Gly. After removal of the
N-terminal Met by a methionyl peptidase, the amino group
of the Gly is modified by myristate (32). The codons for the
Met-Gly residues located closest to the N terminus of ORF1
start at position 1112 of HERV-K10(+) (Fig. 1). The de-
duced amino acid sequence starting from these Met-Gly
residues is homologous not only to the N-terminal sequence
of the SRV-1 gag precursor protein (Fig. 4A) but also to
those of IAP-H18 (25) and MMTV (10) (data not shown).
Therefore, it was concluded that these Met-Gly residues are
the N terminus of the HERV-K10(+) gag precursor protein.
The deduced amino acid sequence of ORF2 is homologous to
the C-terminal half of the SRV-1 gag precursor protein (Fig.
4A), and consequently, it was concluded that ORF1 and
ORF2 form the HERV-K10(+) gag gene. The reading frame
shift found in the HERV-K10(+) gag region differs so much
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FIG. 3. Two-dimensional homology matrix comparisons of the nucleotide sequences of HERV-K10(+) and IAP-H18 (A) and HERV-
K10(+) and SRV-1 (B). The nucleotide sequences of IAP-H18 and SRV-1 were taken from Ono et al. (25) and Power et al. (26), respectively.
Each short line represents a region where there is at least 70% homology in 25 contiguous nucleotides between the two genes. The locations
of the corresponding genes are indicated in the margins. Regions corresponding to the protease (pre) gene and the RT and EN subregions of
the HERV-K10(+) genome are indicated in the matrices.
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FIG. 4. Homology matrix comparisons of amino acid sequences. A computer program (40) was used to generate diagonal lines indicating
segments of 20 residues with an average score of at least 65. (A) HERV-K10(+) and SRV-1 gag gene products; (B) HERV-K10(+) and SRV-1
prt gene products; (C) HERV-K10(+) and MMTYV env gene products. The amino acid sequences of the gene products of SRV-1 and MMTV
were deduced from the nucleotide sequences described by Power et al. (26) and Redmond and Dickson (27), respectively. The positions of
each gene in the original nucleotide sequences are as follows: HERV-K10(+) gag, 1112 to 3108; HERV-K10(+) prt, 2913 to 3914;
HERV-K10(+) env, 6691 to 8544; SRV-1 gag, 503 to 2476; SRV-1 prt, 2296 to 3237, MMTV env, 752 to 2815.
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FIG. 5. Alignment of amino acid sequences of protease (prt), pol, and env gene products. (A) Alignment of prt gene products; (B)
alignment of RT subregions of pol genes; (C) alignment of EN subregions of pol genes; (D) alignment of env gene products. Amino acids are
represented by one-letter codes. Gaps (—) were inserted to make the similarity more evident. The aligned regions of the HERV-K10(+) prt
and env, SRV-1 prt, and MMTYV env gene products are indicated in the legend to Fig. 4. The aligned regions of IAP-H18 (25) correspond to
nucleotide positions 3383 to 4024 for RT and 5046 to 5582 for EN. The aligned region of MMTYV (8) corresponds to nucleotide positions 82
to 723 for RT. Amino acid sequences corresponding to the RT or EN region or both of MMTV, Rous sarcoma virus (RSV), and squirrel
monkey retrovirus (SMRYV) were obtained from Toh et al. (41). In panels A and D, the positions at which the aligned sequences have identical
or chemically similar amino acids are boxed, and asterisks indicate the positions at which the aligned sequences have identical amino acids.
Chemically similar amino acids are defined as pairs of residues belonging to the same group (33). The groups are as follows: A, S, T, P, and
G;N,D,E,and Q; H,R,and K; M, L, I, and V; F, Y, and W. In panels B and C, asterisks and plusses indicate positions where aligned
sequences, except that of Rous sarcoma virus, have identical or chemically similar amino acids, respectively. In panel A, the sequence
homologous to the C-terminal portion of cellular acid proteases (41) is indicated by double underlines. In panel D, three hydrophobic amino
acid clusters are underlined, and potential glycosylation sites (® and O) and cysteine residues (A and A) are indicated; the closed symbols
indicate the positions at which aligned asparagine or cysteine residues are identical.

frqm the reported retrovirus gag genes that it must have region, corresponds to the region encoding the major core
arisen either in the process of reverse transcription or as a shell structural protein and nucleic acid-binding protein.
result of postintegration mutation. Starting at positions 2746 and 2854, two sequences of Cys-

The mutually homologous region shown in Fig. 3A, made X,-Cys-X,4-His-X4-Cys commonly observed in the nucleic
up of ca. 350 amino acid residues located in the C-terminal acid-binding protein region (6, 7) are present at a distance of
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22 amino acid residues from each other. This is about twice
the usual separation distance (7). The gag precursor protein
of HERV-K10(+) was estimated to have 666 amino acid
residues, which is almost the same number as that in the
closely related SRV-1 protein (663 residues).

HERV-K10(+) prt gene. In addition to the gag, pol, and
env genes, the retrovirus genome contains the gene encoding
a protease (prt) which has a significant role in the processing
of the polyprotein precursor into the mature form. ORF3 of
HERV-K10(+), capable of encoding 334 amino acid resi-
dues, appears to be the prt gene because both its location
and size are essentially the same as those of the SRV-1 prt
gene, encoding 315 residues. The nucleotide sequence of the
putative prt gene in HERV-K10(+) is homologous to those
of SRV-1 and IAP-H18 (Fig. 3A and B), indicating that the
putative prt gene products also resemble each other (Fig. 4B
and 5A). At positions 3507 and 3551 of HERV-K10(+) (Fig.
1, 2, and 5A), spot homologies were observed for sequences
in the C-terminal portions of several cellular acid proteases
(41); therefore, ORF3 in HERV-K10(+) may reasonably be
considered to be the prt gene. The size of the HERV-K10(+)
prt gene, as well as that of the SRV-1 and IAP-H18 genes,
was ca. twice the size noted in other retrovirus genomes
(26).

HERV-K10(+) pol gene. The nucleotide sequence of
ORF4, capable of encoding 937 amino acid residues, is
highly homologous to both the IAP-H18 and SRV-1 pol
genes (Fig. 3A and B); therefore, it was concluded that
ORF4 in HERV-K10(+) is the pol gene. A comparison of the
deduced amino acid sequences of the retrovirus pol gene
products indicated two mutually conserved subregions (40,
41). One subregion (RT in Fig. 1, 2, and 3) with ca. 210
residues is located close to the N-terminal region and corre-
sponds to the region bearing reverse transcriptase and
RNase H activity in the multifunctional pol protein. The
other subregion (EN), made up of ca. 180 amino acids, is
positioned close to the C-terminal region and corresponds to
the domain having endonuclease activity apparently in-
volved in the integration of circular intermediate DNA into
chromosomal DNA.

The deduced amino acid sequences corresponding to the
RT and EN subregions of the pol gene products, which
appear to be evolutionarily related (5, 25, 30, 37, 38, 41), are
aligned in Fig. 5B and C, respectively. Based on these
alignments, the sequence homology in each combination was
calculated (Tables 1 and 2), and phylogenetic trees were
constructed (Fig. 6A and B). In the EN subregion, HERV-
K10(+) was significantly more homologous to MMTYV (type
B retrovirus) than to SRV-1 (type D retrovirus), squirrel

TABLE 1. Amino acid sequence homology and divergence of RT
subregion of pol gene product

Homology or divergence of”:

Virus SRV-1 MMTV HERV- IAP-H18 RSV¢

D¢ (B K10(+) (A) (avian C)

SRV-1 0.439 0.587 0.562  0.751

MMTV 0.645 0.612 0.665  0.741

HERV-K10(+) 0.556 0.542 0.621  0.665

IAP-H18 0.570 0.514 0.537 0.647
RSV 0.472  0.477 0.514 0.523

2 Based on the aligned amino acid sequences shown in Fig. 5B, homology
and divergence were calculated (41) and are shown in the lower left and upper
right halves of the table, respectively.

5 The letters in parentheses specify retrovirus types.

< RSV, Rous sarcoma virus.
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TABLE 2. Amino acid sequence homology and divergence of EN
subregion of pol gene product

Homology or divergence of”:

Virus SRV-1 SMRV MMTV HERV- IAP-HI8 RSV

D) (D) (B) KI10(+) (A) (avian C)
SRV-1 0.480 0.573 0.618 0.704 0.988
SMRV 0.619 0.650 0.699 0.762 0.973
MMTV 0.56¢4 0.522 0.535 0.774 0.959
HERV-K10(+) 0.539 0.497 0.586 0.716 0.889
IAP-H18 0.494 0.467 0.461 0.489 1.082
RSV 0.372 0.378 0.383 0.411 0.339

2 Based on the aligned amino acid sequences shown in Fig. 5C, homology
and divergence were calculated (41) and are shown in the lower left and upper
right halves of the table, respectively. SMRV, Squirrel monkey retrovirus;
RSV, Rous sarcoma virus.

b The letters in parentheses specify retrovirus types.

monkey retrovirus (type D retrovirus), and IAP-H18 (type A
retrovirus), whereas in the RT subregion, HERV-K10(+)
was related to essentially the same extent to A-, B-, and
D-type retroviruses.

HERV-K10(+) env gene. The 290-bp fragment from posi-
tions 6501 to 6790 in HERV-K10(+) (Fig. 1) is not present in
the HERV-K10 and HERV-K18 clones but is present in the
HERV-K8 and HERV-K22 clones. The putative env region
of HERV-K10(+), including the 290-bp fragment, has two
open reading frames, ORFS and ORF6. Since the nucleotide
sequences corresponding to the termination codon found
between ORFS and ORF6 are CAA (GIn) in HERV-KS,
HERV-K18, and HERV-K22, the TAA codon must have
been generated by a C to T substitution in HERV-K10.
Thus, ORFS and ORF6 found separated in HERV-K10 are
probably continuous in the prototype of the HERV-K fam-
ily. Comparison of the amino acid sequences encoded by
ORF5 and ORF6 with that encoded by the MMTYV env gene
(17, 27) (Fig. 4C) led to the conclusion that ORF5 and ORF6
are the HERV-K10(+) env gene. The deduced amino acid
sequences of the HERV-K10(+) and MMTV env gene
products are not homologous to that of the SRV-1 env gene
product (data not shown), whereas the deduced amino acid

A B. | -0

SRV-1MMTV KIO) HI8 RSV  SRV-1 SMRV MMTV KIDi HI8 RSV —©
(i A A0 © O ® A (A=C)

FIG. 6. Evolutionary trees of closely related oncovirus genomes.
The evolutionary tree was constructed from corrected divergences
(Tables 1 and 2) by the unweighted pair-group clustering method.
(A) RT subregion in the pol gene (Fig. 5B); (B) EN subregion in the
pol gene (Fig. SC). The ordinate represents the average values of
sequence divergences between the sequence pairs connected at each
nodal point (36). The letters in parentheses at the bottom of the
figure specify the following retrovirus types: A, type A; B, type B;
A-C, avian type C; D, type D. These evolutionary trees agree well
with others reported recently (5, 25, 30, 38, 41). RSV, Rous sarcoma
virus; SMRYV, squirrel monkey retrovirus.
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FIG. 7. Structural features of env gene products of HERV-K10(+) and MMTV. Hydropathy profiles of HERV-K10(+) (positions 6691 to
8544) (A) and MMTYV (positions 752 to 2815 [26]) (D) env gene products. The profiles were drawn by the method of Kyte and Doolittle (13)
with a cell length of nine amino acid residues. The positions of hydrophobic amino acid clusters (boxes), potential glycosylation sites (® and
0), and cysteine residues (A and A) in the HERV-K10(+) (B) and MMTV (C) env gene products are shown. The closed symbols indicate the
positions at which aligned potential glycosylation sites or cysteine residues are identical, as shown in Fig. 5D.

sequence of the transmembrane protein region of the SRV-1
env gene product is significantly homologous to the corre-
sponding sequence of the Moloney murine leukemia virus, a
typical mammalian type C oncovirus (35) (our unpublished
observation).

During biosynthesis of the env protein, proteolytic cleav-
ages split the newly synthesized env precursor protein into a
signal peptide (SP), an outer membrane protein (OM), and a
transmembrane protein (TM). The homologous regions
shown in Fig. 4C were located in the region of ca. 110 amino
acid residues close to the N-terminal region and in the TM
region consisting of ca. 230 residues of the HERV-K10(+)
env gene product (Fig. SD). Based on the aligned amino acid
sequences of the MMTV and HERV-K10(+) env gene
products (Fig. 5D), the proteolytic cleavage sites of the
HERV-K10(+) env precursor protein were surmised. The
estimated OM and TM encoded by the HERV-K10(+) env
gene are 370 and 234 residues long, respectively, essentially
the same lengths as the OM (358 residues) and TM (232
residues) encoded by the MMTYV env gene (17, 27). Since the

14 amino acid residues starting with Met and located up-
stream from the putative OM encoded by the HERV-K10(+)
env gene are rich in hydrophobic amino acids and are
homologous to the sequence of the SP region encoded by the
MMTYV env gene, this region is assumed to be the SP
encoded by the HERV-K10(+) env gene. The sequence
comprising 34 amino acid residues starting from the N-
terminal Met of the putative SP is not present in the
HERV-K10 and HERV-K18 clones but is homologous to the
sequence surrounding the SP-OM junction of the MMTYV env
gene product (Fig. 5D) (17, 27). Therefore, it was concluded
that the HERV-K proviruses such as HERV-K8 and HERV-
K22, each containing the additional 290-bp sequence, are
prototypes of the HERV-K family.

The hydropathy profiles and positions of potential
glycosylation sites and cysteine residues in the HERV-
K10(+) and MMTYV env gene products are shown in Fig. 7.
Three markedly hydrophobic amino acid clusters were
found, one in the env SP region and the other two in the env
TM region of both HERV-K10(+) and MMTV. Seven N-
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asparagine-type potential glycosylation sites are present in
the env OM region of HERV-K10(+), and four are present in
the TM region. For the HERV-K10(+) and MMTYV env gene
products, not only the locations of hydrophobic amino acid
clusters, but also the positions of potential glycosylation
sites and cysteine residues, necessary for cross-linking be-
tween OM and TM, are very much as expected (Fig. 7).

DISCUSSION

A group of human endogenous retrovirus genomes, tenta-
tively designated HERV-K, were previously isolated from a
human fetal liver gene library as sequences possessing
homology to the Syrian hamster IAP pol gene (24). In the
present research, determination of the nucleotide sequence
of HERV-K10(+) indicated a close evolutionary relation-
ship with types A, B, and D oncoviruses. This provirus was
found to be most closely related to MMTV, known as a
typical type B oncovirus.

Recently, human DNA sequences related to the MMTV
genome have been isolated (3, 8, 42), and the local nucleo-
tide sequences of some have been reported (2, 8). The
nucleotide sequence of a clone (HLM-2) reported by Cal-
lahan et al. (2) is 525 bp long and corresponds to positions
5630 to 6151 (522 bp) of HERV-K10(+), which corresponds
to the EN subregion of the pol gene (Fig. 1 and 2). With the
HERV-K10(+) sequences as a standard, the 525-bp se-
quence has single-base insertions at five positions and two
single-base deletions. The nucleotide sequence homology
between HERV-K10(+) and HLM-2 in this region was
calculated as 88%; consequently, it was concluded that
HLM-2 is a member of the HERV-K family. Deen and Sweet
determined the nucleotide sequence of the pol region of the
MMTV-related human endogenous retrovirus genome
HM16 (8). This sequence of 2,134 bp corresponds to posi-
tions 4084 to 6261 (2,178 bp) of HERV-K10(+) (Fig. 1 and 2).
It is 44 bp shorter than the corresponding region of the
HERV-K10(+) gene and has 23, 42, and 47 termination
codons in the three reading frames, respectively. The nucle-
otide sequence of the HM16 pol region is 89% homologous to
that of the HERV-K10(+) pol gene; this supports the possi-
bility that HM16 is a member of the HERV-K family.

Even though the genes cloned from an identical gene
library (14) are mutually homologous, the intactness of
HERV-K10 seems to warrant attention in view of the
extensive disruptions in HM16 caused by mutations. As in
the case of HERV-K proviruses, multicopied endogenous
retrovirus genomes appear to undergo a variety of mutations
after integration into chromosomal DNA. For clarification of
the organization of an endogenous retrovirus family, a
presumably less mutated genome should be selected and
studied. To determine the complete nucleotide sequence of a
HERV-K genome, four clones with a greater number of
common restriction fragments and standard size were first
selected from among 26 clones. Finally, HERV-K10, ap-
pearing to have the fewest mutations introduced after inte-
gration, was selected, since the HERV-K10 LTRs (968 bp)
differ by only two bases. As mentioned above, elucidation
should be made of the organization of genes such as HERV-
K.

During the maturation process of env protein, glycosyla-
tion converts OM, the MMTYV env gene product comprising
358 amino acid residues (17, 27), into a glycoprotein, gp52,
with an apparent molecular weight of 52,000. Antigens
cross-reactive with polyclonal antibody raised against gp52
have been detected in human breast carcinoma tissue (23)
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and in the particulate fraction of human milk (9). Further-
more, it has been reported that a cell line (T47D) established
from a human breast cancer produces retroviruslike particles
and releases soluble glycoproteins, both with antigenicity
toward the anti-gp52 antibody (11, 34). In this study, the env
gene product of HERV-K10(+) was elucidated and found to
be significantly related to the MMTV env gene product, not
only with respect to the deduced amino acid sequence, but
also in structural features. This indicates the possibility that
the gpS2-related antigen expressed in human breast cancer
tissue and T47D cells is the env gene product of a potentially
active HERV-K provirus.
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