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Nucleotide sequence analysis of the env gene and its flanking
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Recombinant clones that represent the 3’ part of the genome
of the human spumaretrovirus (foamy virus) were establish-
ed from viral DNA and from DNA complementary to viral
RNA. The recombinant clones were characterized by blot
hybridizations and nucleotide sequence analysis. The deduc-
ed protein sequence of the clones at their 5' ends was found
to be homologous to the 3' domain of retroviral reverse trans-
criptases. Downstream of a small intergenic pol —env region
a long open reading frame of 985 amino acid residues was
identified that according to its genomic location, size, gly-
cosylation signals, and hydrophobicity profile closely
resembles the lentiviral env genes. The spumaretroviral env
gene is followed by two open reading frames, termed bel-1
and bel-2 which are located between env and the long ter-
minal repeat region. The long terminal repeat of 1259 nucleo-
tides is preceded by a polypurine tract and contains the
canonical signal sequences characteristic for transcriptional
regulation of retroviruses. The provisional classification of
the spumaretrovirus subfamily is discussed.
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Introduction

Retroviruses are a family of eukaryotic, single-stranded RNA
viruses that replicate through a DNA intermediate, the provirus
(Temin, 1976). Retroviruses are the only RNA viruses known
to cause cancer and have so far been found in most vertebrates
(for review see Weiss et al., 1982). They have been classified
into three subfamilies: the onco-, lenti-, and spumaviruses. While
members of the oncoviruses and quite recently the lentiviruses
have been studied in many laboratories, spumaviruses, also called
foamy viruses, have not been characterized in detail (Weiss et
al., 1982). Their phylogenetic relatedness to the other sub-
families, and particularly to the human T-cell lymphotropic retro-
viruses (HTLV-I, HTLV-II) and the human immunodeficiency
viruses (HIV), the AIDS viruses, is unknown. In addition, the
study of a possible relationship of spumaviruses to human disease
has been hampered by their notoriously poor growth properties
in tissue cultures. There have been reports (Scolnick et al., 1970,
Liu et al., 1977) on the reverse transcriptase from simian foamy
virus isolates and on the viral RNA from a human isolate (Loh
and Matsuura, 1981). The first human spumaretrovirus (HSRV)
was isolated from a patient with a nasopharyngeal carcinoma by
Achong et al. (1971) and it is this virus strain that was used for
this study. In several other instances, spumaviruses were isolated
from patients with various diseases; no proven pathogenicity for
any of the isolates has been reported (Weiss et al., 1982).
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The aim of this work was to gain more insight into the struc-
ture and function of foamy viruses. To this end, molecular clon-
ing .of viral DNA and ¢cDNA was performed. As a first and
fundamental step the resulting recombinant DNA clones were
characterized by nucleotide sequence analysis to elucidate the
primary structure of the central and the 3’ region of the genome
of this interesting virus and to determine whether or not novel
genes are encoded by the HSRV genome as well as the anticipated
retroviral genes. Another objective of this study was to establish
molecular clones specific for HSRV for screening DNAs from
human patients who suffer from diseases that are suspected to
have an unknown viral etiology.

" Results

Identification of molecular clones containing HSRV-specific se-
quences

Two approaches were used for the molecular cloning of HSRV-
specific DNA. In the first, recombinant plasmids were con-
structed from viral DNA using genomic DNA of HSRV-infected
human embryonic lung (HEL) cells that was digested with
BamHI. The resulting BamHI DNA fragments were inserted in-
to the BamHI site of the plasmid vector pAT153 (Twigg and
Sheratt, 1980). One of the resulting recombinant clones termed
pHSRV-BS2 (BS52) hybridized to HSRV c¢cDNA and was char-
acterized in detail. As a second approach, recombinant A phage
clones were established using the HindIII digests of cDNA that
had been synthesized from virions of HSRV. One of the resulting
recombinant \ clones was subcloned into the Hindlll site of
pAT153 and termed pHSRV-H-C55 (C55).

The 5.4-kbp insert of the recombinant plasmid C5S5 hybridiz-
ed to the ?P-labeled insert of BS2 DNA of 2.2 kbp and vice
versa (Figure 1, lanes 9—11). Restriction enzyme analysis unam-
biguously demonstrated that the viral inserts share a common
region of 817 bp that is located at the 3’ end of the C55 insert -
and at the 5’ end of the B52 insert as marked by arrows in Figure
1B and is also shown in Figure 2.

To demonstrate that those recombinant plasmids that had been

. established from viral DNA and that hybridized to cDNA in fact

contained sequences specific for HSRV, blot hybridization ex-
periments were performed using B52 and C55 DNAs and human
genomic DNAs from uninfected and HSR V-infected HEL cells.
The results shown in Figure 1 (A —E, lanes 1-8) clearly indicate
that only DNAs from HSRV-infected cells gave positive
hybridization signals (lanes 5—8), whereas DNA from uninfected
cells (lanes 1 —4) were negative indicating that the inserts of B52
and CS55 have specific DNA sequences homologous to sequences
of infected cells as expected e.g. for an infection by an exogenous
retrovirus.

The results of the restriction analysis of viral DNA sequences
of both recombinant plasmids are in complete agreement with
the physical maps shown in Figure 2 and clearly demonstrated
that the 3’ HindlII site of clone C55 is located 817 nucleotides
downstream of the BamHI site at the C55/B52 boundary (Figures
1 and 2).
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Fig. 1. Southern blot hybridizations of HSRV-specific DNA derived from recombinant plasmids pHSRV-B52 and pHSRV-H-C55 to each other and to DNAs
from uninfected and HSRV-infected HEL cells. DNAs (5 pg) from uninfected (lanes 1-~4) and from HSRV-infected HEL cells lanes 5—8) were analyzed
undigested (lanes 1 and 5); digested with BamHI (lanes 2 and 6), HindII (lanes 4 and 8) and double-digested with BamHI/HindII (lanes 3 and 7). DNAs of
pHSRV-H-C55 (lanes 9 and 10) and of pHSRV-B52 (lanes 11 and 12) were cleaved with HindIll (9 and 11) and double-digested with BamHI/HindIIl (lanes
10 and 12). DNAs were separated electrophoretically on a 0.8% agarose gel. Unlabeled and 32p.labeled N DNA digested with HindIIl (M1); Mlul (M2),
EcoRI (M3), and Clal (M4) served as markers and a control for electrophoretic transfer of DNA fragments to nitrocellulose filter. A, ethidium bromide
staining; B and C, autoradiograph of the same gel after hybridization to 32p_|abeled insert of recombinant pHSRV-B52; and in D and E to the 3?P-labeled
insert of recombinant pHSRV-C55 at different times of exposure (B and D, 20 h; C and E, 72 h). Arrows mark the position of the 816-bp hybridizing DNA

fragments of the region common to both recombinants.

Nucleotide sequence analysis of pHSRV-H-C55 and pHSRV-
H-B52

The strategy used for determining the primary structures of B52
and C55 DNA and restriction maps for some enzymes are given
in Figure 2. More than 95% of the DNA sequence was deter-
mined for both strands and various multiple-cut restriction en-
zymes in addition to those shown in Figure 2 were used to verify
the sequence, in particular the enzymes Taql, BstEIl, Maell,
Ddel, Hinfl, and Sau3A I were used for sequencing in addition
to those shown in Figure 2. The sequence was determined for
B52 DNA (from nucleotide position 4549 to 6755, Figure 3) at
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which it terminates. Since restriction fine mapping had revealed
that recombinant clone C55 is co-linear with clone B52, overlaps
it and extends the B52 sequence into the 5’ direction (Figures
2 and 3), the 5’ part of the sequence (position 1 —4549) shown
in Figure 3 was derived from C55 DNA. The region common
to both viral inserts comprises 817 bp (from the BamHI at 4548
to the HindIll site at 5365, Figure 3).

The resulting nucleotide sequence of the viral DNA inserts of
both recombinants are shown in Figure 3 with the predicted amino
acid sequences of the corresponding HSRV gene products. Open
reading frames longer than 129 amino acid residues were not
present on the opposite strand, consistent with other retroviruses.




DNA sequence of env gene of human spumaretrovirus
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Fig. 2. Restriction maps of DNA viral inserts of two recombinant plasmids (PHSRV-H-CSS and pHSRV-B52) harboring HSRV-specific sequences and the
strategy for determining the nucleotide sequence. The upper part shows the viral genes (pol, SI, env, bel 1 and 2 and LTR) corresponding to the inserts of
two recombinant plasmids C55 and B52 that overlap in the bel region. Restriction maps of both viral inserts are given for some of those enzymes used for
sequencing. The arrows below the maps indicate the direction and extent of sequences determined for each fragment. The lower line represents the scale in
kbp. The filled circle in the recombinant BS2 marks the BamH]I site of pAT153 that was partially deleted, probably during molecular cloning of unintegrated
linear HSRV DNA. This assumption is supported by the nucleotide sequence analysis of BS2 DNA which indicated that the 3’ terminus of B52 DNA

coincided with the 3’ end of the viral DNA genome (see Figure 3).

The nucleotide sequence presented in Figure 3 includes the 3’
domain of the pol gene, the entire env of HSRV along with its
5" and 3’ flanking regions. The main features of the sequence
are presented starting from the 5' to the 3’ end of the viral
genome.

3'-pol endonuclease (integrase) sequences

Starting from the HindIH site (nucleotides 1 —6 in Figure 3), an
uninterrupted reading frame runs to nucleotide 1030. The cor-
responding protein sequence is homologous to the 3’ domain of
the reverse transcriptases from other retroviruses. Counting iden-
tical amino acid residues, degrees of homologies range from 22
and 23% to 30.5% when compared to the 3’ domains of VIV,
HIV and Mo-MLYV reverse transcriptases (Shinnick et al., 1981;
Sonigo et al., 1985; Ratner et al., 1985; Wain-Hobson et al.,
1985). At the nucleotide level, the degree of homology was found
to be 46.1, 46.5 and 48.0% in comparison to VIV, MLV and
HIV. The direct comparison between the corresponding retro-
viral proteins and the HSRV sequence shown in Figure 4 reveals
that virtually all amino acid residues conserved in HIV, VIV,
and MLV are found to be invariant in this part of the HSRV
pol gene product (identities are marked by asterisks). If similar
amino acid residues are taken into account an even higher
homology of 47.3—55.2% is reached for HIV and MLV, respec-
tively.

pol—env intergenic region

Computer analysis of the carboxy terminal region of the pol gene
identifies a short reading frame of a hypothetical HSRV protein
that starts at nucleotide position 888 and continues for 107 amino
acid residues (Figure 3) in a reading frame different from that
of pol. In analogy to the EIV genome that potentially codes for

a short protein in the pol—env intergenic region (Rushlow et al.,
1986), the corresponding HSRV gene product is designated as
S1. This hypothetical protein would be required to be synthesiz-
ed from a spliced RNA. SI of HSRV does not show any
homology to the S! of EIV, nor to any other retroviral proteins.
Its sequence has three glycosylation signals of the type Asn-X-
(Ser/Thr). The 5’ part of the HSRV SI overlaps the COOH-
terminal region of the HSRV pol gene by 141 nucleotides and
its termination codon is located at nucleotide 1209, thus overlap-
ping the HSRV env region that lies in a different frame when
compared to either S! or pol (Figure 3).

env gene
The major open reading frame of C55 DNA begins at nucleo-
tide 1141 and extends for 995 codons, terminating with TAG
at 4126 (Figure 3). The second start codon ATG for env is located
11 triplets in, and its flanking sequences conform to those of a
typical initiator (Kozak, 1984). Thus, the HSRV env precursor
would have a mol. wt of 113 kd, very close to that of the VIV
env precursor reported to be 115 kd (Sonigo ez al., 1985). This
unusually long open reading frame clearly is the viral envelope
gene, since its protein sequence has three hydrophobic regions,
14 potential N-linked glycosylation sites of the type Asn-X-
Ser/Thr, and last but not least a proteolytic cleavage signal Arg-
Lys-Arg-Arg typical of retroviral env protein sequences (Seiki
et al., 1983). Closer examination of the HSRV env protein se-
quences shows that the first 62 amino acid residues after the in-
itiator Met at 1171 are predominantly hydrophilic in character
resembling in that respect the env precursors of VIV and mouse
mammary tumor virus (MMTV) (Majors and Varmus, 1983,
Redmond and Dickson, 1983; Sonigo et al., 1985). The first
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AAGS TTGCCACCCAAGLGAAGTTATGTASTTAA T TCTAATACCAAAAAALCALAT, TGSATGCAGAGT TGGATCAAT TATTACAGLSTCATTATATAAAALGATATCCCAAACAATATACA
LY’LeuAloYh'GlﬂGlyS!vYylV|IV|IAsuCysAsnThrLysLysPloAsﬂL!uAloAlIGIuLQuAsDGInL'uLCUGlnGIr"lQYYIIl!LchlyYy|F<oLY!GIﬂVerhv

AGACCTGAAGGLS VVAAAAYTATTff‘th-AFYCAGAFAGA’AAAAAATTGTGCVYCAAGCCCACAAYTTGGCTCACAC’GGA’GY

tArgPrOGIUGE,VallysllellePraProGinSeraspArgGinlys)ievalleuGinAlsHisAsnleuAlsHisThiGiyArg

TATTTTTTAGAAGATGGCAAAGTAAAALTT T
TyrPheleuSluAspGlyLys/alLysval®

GAAGCCACTCTTTTAAAAATTGCCAACCTTTAT TAGTAGT TAAATAT SAZAAAGIATGTALT TAAACAAC TAGGAC WA TGTCAACAGTGTITAATCACAAATGC T TCCAACAAAGLCTCT
GluAln'htLeuLeuL,slleAIaAsALeuY,v7:pTrpFroAsnMe!ArgLysAsoVolv-lLysGlnLeuGlyAvgCysGlnGlnCysLeulleYn:A:nAl.SerAsnLytAl.Sov

GGTCCTATTC TAAGACCAGATAGGLCTCAAAAACCTTTTGATAAATTCTTTATTGACTATATTGGAN L TTTSCZACCTTCAT AGGGATAC, TATATGTATTAGTAGTTGT TGATGGAATG
GilyProliel euArgProAspArgF . 3tnL,sPrcPheAsplysPhePnelieAspTyrileGiyProLeuProProSersinGtyT rleuTyrvalLeuvaiVaivalAspGlyMet

ACAGGATTCALTTLATTATAI TTACTAASSIT " ITTICTA I TAS
thGltheTthlchuTythoTthysAl.PvoSpvVhrschlnthVllLysSevLeuAanalLouThlSe:l|oAIAl|'PtoLysV|lllanuSQ'A:pclnclyAlnAla

TTCACTTCTTCAACT TTTGC T3AATGGG AAAGLAAAGASGTATACATT TGGAATTCAGTACTCA TTATCACCCCTAAAGTGGTAGTAAGITLGAAAGGAAAAATAGTGATATAAMACGA
PheThiSerSerThrPheAla3lulrpAlaLysGluArgGlylieHisLeuGiuPheSerThIProTyrHisPraGinSersiySerlys/alGluArglysAsnSerAspllelysArg

CTTTTAAT TAAACTICTAGTAGGAAGAC :A AAAS YG_‘.YAT _;AC"YATT GCETGTTGTACAACTTGC TTTAAACAACACCTATAGCC, TGTATTAAAATATACTCCACATCAACTCTTA
LeuLeuThrLysLeuLeuVAlGlyA-ng:Yh-L,sTrpT,vAseruLeuP-aValelGlnLeuAllLeuAsnAsnThvTyrS!vonVulLeuLysTy:ThrProNasGlnLeuLou

Y?YGCYATAGATTCAAATACTCCATTTGCAAATFAAGATACACYTGACTYGAFfAGAGAAGAAGAA’VVYCTCTTTTACAGGAAAYTCGYAPYYCYYYAYACPATCCAVCCAC’CCV’CA
PhealylleAsoSe-AsnTh:P.aPheAl;Asn,lnAspThrLequpL»uYnuArg’|u.lu.luLeu.evLeuLeuclnflulerrgrhnSevLeu?y:u-stoSorYn'Prono
LeuAspflnArgAvgAvgthPheSevVhefhlGIyAsnSenyvPhePho!lePcoSvtl\eMuaProSechr

GCCTCCTCTéGTYCCYGGTéYCCTGTTGT+GGC’AATTGGYCAGGAGAGGGYGGCYAGGCCYGCTTC7VYGAGACCTCGTTGGCAYAAACCGYCTACYGYACTTAAGGYGYVGAATCCAA
AtaSerSerArgSerTrpSerProvalVvaiGlyGinLeuveiArgAargGiyTrpLeuSiyLeuteuLeuts®
LouLauSeaneLeuvolSerCysCster:olleGlyGlnuluAvgvaIAlnA:ngoAlasevteullngoA191vpnl1L/st=SevVhrvnlLruLysanLeuAsnP'oArg

GGACTGTTGTTAY7TTGGACCATCTTGGCAACAACAGAACTGTAAGTATACATAATTTAAAACCTACTTCTCATCAGAAYGGCACCACCAAYGACACTGCAACAAYGG‘TCATTTGGAAA
AsnLeuLeutl eut leArgMe tAlaProPrdielThrLeuSInGinTrpl ledteTrplys
Yh:VAIVAIIleLeuAgpulchuGlyAsnAsnAnghlV‘lS.vIIeAspAsnLeuLysProThrS.:nasG!nA:nGlyTh:Tth.nAQanrAlaThrMclAspRn:LeuG(uLyl

AAAAVGAATAAAGCGCAYGAGocAcYYCAAAAVACAACAACTGYGACTGAACAGCAGAAGGAACAAAVVA1AcchA'ATTfAAAATGAAGAAPVACAAC'AACTAGGAGAGA?AAA?TY
LysMelAsnLysAlaHisGluAlaleuGinAsAThTRrTReVaIThiGIuGINnGInLysGluGintiel leLeuAsp!|leGInAsnGiustuvelGinProThrArgAr gAsplysPhe
AsnGly®ee

AGATATCYGéTTTAYACTTéTTGTGCYACTAGCTCAAGAGTATTGGCCYGGATGYTTTVAGTTYGTA'AYYGYYAAVCA?YGTTT?GGTVTCAYGCTYTGYGACYAYATCCAGAATACAA
AvnganuLcuTerhrCysCysAInThuSeuSQrAvgv.ILeuAlQYVpMQQPheLeuV.ICyslloLtuLoullelleVnILeuVaISevasPheVlthrFIQSQ'AIQIIQGIH

YGGAATAAGQAYAYTCAGGYAVYA GACCYGTAATA,A Y ;AAYuYTA’YFAAAqAGCT GTTTATCAACCCTTACAGACTAGAAGGATTGLACGTTCCCTTAGAATGCAGCATICTSTTY
TrpAsnLysAspttieGinvailleuGiyPrcval licAspTrpAsnvaiTheGlnArgAlaValTyrGinProleuGinThrArgArglileAlsArgSerLeuArgMetSinHisProval

CCAMATATGTGGAGGTAAATATGACTAGTATTCCACAAGGTGTATACTATGAACC CCATCCAGAACECATAGTGGTGAAGGAGAGGGTCCTAGGTCTTTCTCAAATTCTGATGATTAAT
ProLysTyrValGluvalAsnMetThrSer 1 1eProGinGlyYalTyrTyrGluProHisProGluProlievaiVvellysGliuArgVaileuStiyLeuSerGintieLeuMetileAsn

TCAGAAMMACATTGC TAATAATGCTAATT TGACACAAGAAGTAAAGAAGT TGTTAACTGAAATGGT TAATGAAGAAATGCARAGTTTGTCAGATGTAATGATTGACTTTGAAAT TCCTTTA
SerGluAsni leAl sAsSnAsnAl sAsnLeuThrGinGluVvallyslysleuteuThrGiuMetValAsnGluGluMetGinSerLeuSerAspVaiMet!leAspPheGlulleProLeu

GGAGACCCTCGTGATCAAGAACAATATATACATAGAAAATGC TATCAAGAAT TTGCAAAT TGTTATT TAGTAAAATATAAAGAACCLAAACCGTGGCC TAAGGAGGGCC T TATAGCTGAT
GlyAspProArgAspGInGIuGInTyriteHisArglysCysTyrGinGluPheAtsAsnCysTyrLeuvallysTyrlysGluProlysProTrpProlysGiuGiyleulleAlsAsp

CAATGCCCATTACCAGGTTACCATGCTGGATTAACCTATAATAGACAGTCTATTTGGSATTACTATATTAAAGTGGAGAGTATTAGACCTGCAAATTGGACAACAAAGAGTAAATATGGA
Glncp.ﬁddﬂeuPlole’yl“u!AlaﬂlyleuthviAQnAnglu<e'II:7'9A'97y'741|I-LysVll;luSe'lleAlgP'*Al!A'h?lpfthhILy erLy‘T"r’ly

WGCYAMCYAGGAAGYTTTYATAYTCCTAGCAGCCTGAGACAAAT"MT"TTAGYCAT"TA"TATTCTG"AGTG&YCMYYA‘I’ATTCYMAYGGYATMTATAGAAMTAC’AYAGAA
GinAlsArgLeuGlySerPheTyrileProSerSerLeuArgGinlteAsnvatSerHisvalleuPheCysSerAspSinLeuTyrSerlysTrpTyrAsnileGluAsnThritleGlu
CAAMACGAGCGGTTTCTGC TTAATAAACTAAATAACCTTACATCTGGAACLCTCAGTATTGAAGAAAAGAGI TCTTCCGAAGGATTGGAGTTC TCAAGGTAAAAATGTTC TS TTTAGAGAA
GlnAsnGluArgPhelLeulLevuAsnLysLeuAsnAsnLeuThrSerGlyThrServValleulyslysArgAlateuProlysAspTrpSerSerGinGlyLysAsnAlaleuPheArgGlu

ATCAATGTGTTAGATATCTGCAGTAAACCTGAATCTGTAATACTATTGAATACTTCATACTATTCCTTCTCTTTATGGGAAGGAGATTGTAATTT TACTAAAGATATGATTTCTCAGT TG
ll'AsﬁVllLeuA!plIeCy!Se'LysPloGluS!anlIleL!uLeuAsnThvSerTy'TyrSelPheSelLeuTrDGluGlyAsDCysAsnPhe'hlLysAsnM!'IIcS!'GIﬂLeu

GYTCWTGTG‘YGGAYYYYAYMCMTTCTMGTGGAW‘CATAT’PAT"’AYAYJ"YY YAGATY"Y’GA’.\AA’ YMAACAAYMAMAGAAWACTAMTGTAGAGATW
ValProGluCysAspGlyPheTyrAsnAsnSerLysTrpMetHisMe tHisProTyrAlaCysArgPheTrpArgSerLysLysAsnGlulysGluGluThrlysCysArgaspGlyGlu

ACTAAGAGATGTCTGTATTATCCTT TATGGGACAGTCCCGAATCTACATATGATTTTGGTTATTTAGCATACCAAAAGAATTTTCCTTCCCCTATCTGTATAGAACAACAGAAAAT TAGA
TheLysArgCysLeuTyrTyrProLeuTrpAspSerProGluSerTheTyrAspPheGiyTyrLevAlaTyrGinLysAsnPheProSerProileCystlesluGtnGinlysliiearg

GAYCAAGATYAYGAAGYCTATTCTTTGYATCAAGAACGCAAAATAGCTTCTAAASCATATGGAAYTGATACAGTTYTATTCTCTCTAAAGAATTTTCTTAAYTATACAGGAACTCCTG?A
A3pGinAspTy rGluvelTyrSerLeuTyrGInGluArgLyslleAlaSerLysAlaTyrGlytleAspThrvailLeuPheSerLeulysAsnPheleuAsnTyrTheGlyThrProVvelt

AATGAAATGCCTAATGCAAGAGC TTTTGTAGGCCTAATAGATCCCAAGTTTCCTCCTTCCTATCCCAATGTTACTAGGGAACATTATACTTCCTGTAATAATAGGAAAAGAAGAAGTGTT
AsnGluMe tProAsnAl sArgAl aPhevalGtyleul teAspProlysPheProProSerTyrProAsnValThrArgstuHisTyrThiSerCysAsnAsnArglLysArgArgServel

GATAAYAACTAYGCYAAGTTAAGGTCTAYGGGGTATGCACTVACAGG‘GCAGYGCAAACCYYATCTCAAAYATCAGATAtTAAYGAYGAAAACYTACAGCAAGGAAYATATTYATTAAGG
AspAsnAsnTyrAlslyslevArgSerMetGlyTyrAlalLeuThrGiyAlaVaiGinThrLeuSerGiniteSerAsp)teAsnAspGluAsnLeuGIinGInGlyltleTyrLeuLeuArg

GATCATGTAATAACCTTAATSGGAAGCTACATTGCATGATATATCTGTTATGGAAGGAATGT TTGCTGTACAACATTTGCATACACATTTGAATCATTTGAAGACAATGC T TCTAGAAAGA
AspHisVallileThrLeuMetGluAlaThrLeuHisAspileSerVaiMetlSluGiyMe tPheAlaValGlinHisLeuH ) sThrHisLeuAsnHisleulysThrMetLeuleuGluArg

AGAAYAGACYGGACCYATATGTCTAGTAC77GGCYACAACAACAAYTACAGAAATCYGAchYGAGATGAAAGYAAYAAAGAGAATTGCTAGAAGYTYGGYAYATYATGTTAAACAAACC
ArgtieAspTrpThiTyrMetSerSerThrTrpleuGinGIinGinLeuGinLy3SerAspAspGluMetlysValllelysArgileAlsArgSerLeuvalTyrTyrvatLysGinThr

CATAGTTCTCCCACAGCTACAGCCTGGGAGATTGGATTATATTATGAAT TGGTTATACCTAAACATATTTACTTGAATAATTGGAATGTTGTCAATATAGLTCATTTAGT TAAATCAGCT
HisSerSerProThrAlaThrAleTrpGlul leGliyLeuTyrTyrGluLeuValileProLysHislieTyrLeuAsnAsnTrpAsnVaiVetAsnlleSGlyHisLeuVeliLysSerAls

GGACAATTGACTCAYGTAACTATAGCTCATCCTYATGAAAYAAYCAATAAGGAAYGVGVAGAGACYATAYATCTGCATCTTGAGGAC7GEACAAGACAAGATTATGTCAYATGTGATGTG
GlyclnLeuTnvn»sv-tTh'l|eA|aanonYyrGlulIelleAsnLysGluCysv.loluth|1eTy'Leuu.sLeuGluAngygThrAnglnAsonrvallleCysA'pv.l

aTAAAGATAGTPfAGCCTTPTGGCAATAGFTCAGACACGAfTGAVT’VCﬁT”?"T GG’YGAA”T”7AAAAGAACPATTYGTGCAAGYCAATC’TCTGAAAAACGGAAGYYATCYGGTT
ValLys)1evValGinProCysGlyAsnSerSerAspThrSerAsplysProvalTrpAlaGiuAlavallysGiuProPheValGinValAsnProLeulysAsnGlySerTyrLeuvel

TTGGCAAGTTCCACAGACTGTCAGATCCCACCATATATTCATAGCATCLT LA TLTTAAT LAAACAACGTSATGCTTTGGAT YSAAfTY'AAAAGG”A;YGGYY”%GAAJAAA;ATT;
LeuAiaSerSerThrAspCyss !nlteP:oP:uTyfvolProSevIIev.lThrvalAznutuTh:thSQvf,sPneGIyLeuAspPth/sAt3PreLeuvnlAlAGIUGiuArgLou

AGCTY?GAGCCACGACYGCCAAATCYACAACTAAGAYTACCACATTYGGTYGGAAYTATYGtAAAAAYCAAAGGGATAAAAATAGAAGTCACATCCTCYGGAGAAAGYAYAAAAGAGCAG
SevPheGluP:oArgLeuProA:ngeuClnLeuAvgLeuPtaunzLeuvaiily'|t|leAlpLyslleLysGIylleLyslleGluvulvhrspcsevaqya|u591lleLy:GluG!n

AYYGAAAGAGCAAAAGCTGAGCTCCTYCGACYGGACATYCACGAGGGAGAYACYC’TGCCTGGAYACAACAGCYAGCTGCAGCAACAAAGGACGTCTGGéCAGCAGCAGé7'5YGCVCT;
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CTGGAATTZAGLATT TTSALTLAGITTLTTG

ATATTTAAGATTSTATCATIGAT T, TACGAAAAAGAAGAAT AGTAGCCTC LA
11ePheLysllevaiSerTrplieProThrLyslyslLysAsnGin®ss
——

. 9 - . . . . . . . .
AGCTGAC TAT TGC TGAGGAACC TGAAAGAAAATCC TCGACGEL CLAGACGATATACCAARAGAGAAGT CAAATGTGTGTC TTATCATACATATARAGAAAT THALSAL AAACATCC TCAA ]

LeuLeuLeuAngsnLeuLysG|uAsnProArgAy991oAygAng,rTthyzAvgcluVolLysnyVnlseva:u.;Al,vycgysclulleGluAspLysuusPccGIn

CATATTAAACTGCAGGAT TGGATCCLCACACCAGAGGAAATGAGTAAGTCAC TCTGTAAAAGALT TTATTTTATATGGATTGTATAGTGLAGAAAAGSCCTCAGAGAT T T TAAGGATGCT T
HislleLysLeuGinAspTrplleProThiProGluGluMetSerLysSerLeuCysLysArglLeulleleuCye3tyLeuT, rSerAlaGiulysAiaSerGlulleLevargMetPro

TTTACAGTTTCTTGGGAACAATCAGATACTGAC CTGACTGTTTTATTGTAAGC TATACATGTATATTTTGTGATAC TLTAATACATGATCCLATGLZCATAAGAT LGGATLCTGAAGTT
PheThrValSerTrpGlusinSerAspThrAzpPrcAcsp ycPhelleval5erTyrThrTystlePhelysaspalsvaliieHisAspProMetPr itlear3TrpaspFrsstuv/al

. . .9 . . . . . . .
GGAATTTGGGTAAAATATAAACCCC TCAGAGGAAT TLTTLGATC TGOl TATGTTTATTATGCATAAATAT I AAASALAL TLTTITCTTATTAAACCTTITAT ZALTTS
GlylleTrpvallLysTyrLysProLeuArgGlyllevalGi,SeralavalPnelleMetHislysHiaGtnArgAsnCysSerLeuvailysProSerThriers,zSeruluatlyPro

AsnlieAsnProSerGluGluLeuleuAspleuleuCysieuleuCysiieAsntielysGluThrvalleuleuleuasnLeuleuProvataiaGinlysvatsin

AAACCAAGACC TAGGCACGATCCTGTCOTTZACTGTGACATST TTGAAAAGCATCACAAGLS TCGGCAGAAACGACCCAGGAGACGATICATCGATAATSAGTCATSG T SCTTCCAGTAST
LysProArgProArgHisAspProValleuar gCysAspMe tPheGlulysHisHisLysProArgGinLysArgProArgArgArgSertleAspAsnGluSerCysAtaSerSerSer
AsnGlnAsnLtuGlyan||eLeu$evPheAl.Vuthva:LeuLy:SerIlethSerLeuGlyAlgAsnAsvaoGIyAspAsnPloSevlleMe!Se'Nu:Vn|LeuProvn|Vll
GACACCATGGTCAATGAGCCATGATCACTATGCACCAACCLTCTTTGGAATCCT TGACCGCTACTATCAGGGCTAC T TGAAGAGTCCAGCAAL CTACCAAALTTSLSAASTTIATATSTCA
AspThrMe tValAsnGluProtes N
Yh:ProvraSerMe|SevM.sAspH-st:AlgbroTnvLeuPheGlylleLeuAspAr9TyrY,rGlnGlyTereuLy:SevDv:Aluth7,::|nTthlpL,sPhrvn:CysGln

GGTGGACCCTTCTGGGAAGAGGT TTATGGAGAC TCAATTTTSGGTCC I CCC T TGGGTCAGGTGAATATTCASTTTTATAAGAATTAT,ASATTCTAAZTTGCTGTCAGGCTGTAGALCC
ValAsSpProSerGlyLysArgPheMetGluThiGInPheTrpValProProLeuGlyGlinVatAsnileGinPheTyrLysAsnTyr3inliteLeuThiCysCysGinAiavatlAspPro

ATTTGCTAATATTTTTCATGGTACTGATGAAGAAATSTTTGACATTGATTCAGGTCCTGATSGTTTGGTGTTCTZZATCTTTILTGT T TCAAGGTAATTTATGAAGGGGCAATGGGCCAAAA
PheAloAsnlIe?hen-sGlythAspcluGluue!Pheﬂspl|eAsnSeleyProA:anerprsﬁerPl:SevLeuCngneL,svsl||eTvaluGlyAl.MelGIyGInLys

GCAAGAACAAAAAACATGGCTGYGCAGACYAGGACAYGGTCATCGYAYGGGAGCATGCGATYACCGYAAAGTAGAVCTCYAYGCAATGAGACAAGGAAAAGAAAACCCTTATGGQGATAG
GInGIuGINnLysThrTrpLeuCysArgLeuGlyH 1 3Gt yHiSArgMetGlyAlaCysAspTyrArglysValAspleuTyrAlaMetargGinGliylysGluasnProTyrGiyAsparg

GGGTGATGCAGCTTTGCAATATGCY7ATCAGGTTAAAAGGGGCTGTAAAGCAGGGTGCTYGGCAYCACCYGYACYYAACTACAAAGCTYTG{AGTTTCATAGAACCAYTAYGGCAGACYY
GIyAspAllAllLeuGlnvyrAlaviGlnvolLysAvgﬁlytysLy:AllGlyCysLeuA|uSe-Pr:VulLeuAsnTvaysﬂlaLeuGlnPheH-sAvgrnr||eMetA|aAsnPM

. . . . . . . - ooy 1 . B .
CACCAATCCTAGGATTGGAGAAGGACATCTTSCTZATSGTTACZAAGCAGL TATGGAAGCTTATGGACITZAGAGAD TAACGASZACAS2AT ST 35 TSGAAT S TCACTASAAACCA
ThrAsanoArglIoGlyGluGlyHn:LeuAIANn:GlyTyrGlnAluAlAM:(GiuAI.viGIyProGlnAnglySevﬂsnGluGluA'gvaervapAananh:ArgAsnGln

GGGAAAACAAGGAGGAGAGTAT TACAGGGAAGGAGGTGAAGAACCTCAT TACCCAAATACTCCTGC TCCTCATAGACGTACC TGGGATGAGAGACACAAGGT TCTTAAATTST I TCATT
GIyLysGInGlyG!yGluTvayvAcgGluGlyGlyGluGluﬂroH-:T,rPy:AsnTthvaAl;9::H1gAr3Av9thvaAspG|uAch'sLysValLeuLysLeuSevSerPne

CGCTACTCCCTCTGACATCCAACGCTGAAC?ACTAAAGCATYGCCYTATGGCYGGAAAGTSSTCACCGAAAGCGQAAATGATTATACYAG-AGCAGAAAGATCAGAACA?TGACAGAGAY
AlaThtProSerAsplleGlnAarg®es
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TCCTEATGOTTCCTTTTEAATAGTTTACTATAT TAATT T AAGGATAAGGT ATAAGGAT T AAGGTATGAGGTGTGTGAC TC AAC ACGTAGGST SAC AAGAAAATCT AL TGTAATAGGACA

CAACACCTCTAAAGTTGCCCATGGGAAGGTGAAGTGAGATCGAATCTTTC AT TAACGCAGACAGI TTTTTATCCACTAGGGATAATST TTTAAGGAATACTATAGTAATAGATTAATAGT

TTTAACAATGATAGAAATAGTATATAAGGATAGTTTCTAGATT3TACSGGAGSSTITT aTTACT: L LAGAGTATACAARACTETC ARSI TTAGTAAGAAATATTITTATATT
GTTATAATGTTACTATGATCCATTAACACTCTGCT TATAGATTGTAAGGSTSATTGCAATGCT TTCTGIATARAAC TTTSATT T T TTATTAATARAT AARC T 24T T T HATTISA5AA00
AACTCCTATATTATTGTCTCTTTTATACTTTATTAAGTAAAAGGATTTGTATAT TAGC L TTGC TAAGGGAGAC AT, TAGTGATATAAGTSGTGAAC TACACTTATCTTAAATGATGTAALT
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Fig. 3. DNA sequences of 6755 bp of viral inserts of pHSRV-H-C55 and B52. The predicted amino acid sequences encoded by the pol, S/, env, bel 1. and
bel 2 genes of HSRV are shown below the DNA sequence. One of the potential start codons for the env protein is boxed, and three of its hydrophobic
regions corresponding to the signal peptide, the fusion sequence, and the transmembrane sequence are underlined. Stop codons are marked by three asterisks.
The proteolytic cleavage signal for generating the outer membrane and the transmembrane protein of env is indicated by vertical arrows above and below the
cleavage site. Small thick vertical arrows mark potential splice acceptor sites for the bel genes. Horizontal small thick arrows indicate the inverted repeats at

the start and end of the LTR. The polypurine tracts (PPT) are underlined, a potential poly(A) addition signal is boxed. the putative cap site is doubly

underlined and the TATA box is marked by a broken line.
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Fig. 4. Region of homologous protein sequences of the endonuclease domains of the reverse transcriptase of VIV. HIV (LAV-isolate), Mo-MLV, apd HSRV.
Amino acid residues identical for all four retroviral reverse transcriptase domains are marked by asterisks, and by points when three out of four residues are
Gaps were introduced to maximize homology. The one-letter code for abbreviating amino acids is used.

identical.
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Fig. S. Base composition of coding strands of MLV, VIV, HIV, and HSRV
3’ pol—env regions. The (G + C) molar content was computed by using a
window size of 100 bases. All sequences begin with the endonuclease
domain of the pol gene and end at the 3' LTR.

hydrophobic region of the HSRV env is identified by the hydro-
pathic profile (Kyte and Doolittle, 1982) and comprises 24 amino
acids (residues 64 —87, Figure 3) that presumably is the signal
peptide. A second less hydrophobic region of the HSRV env of
17 residues is preceded by the typically basic sequence Arg-Lys-
Arg-Arg. Similar sequences occur in most retroviral env precur-
sor molecules and represent the sites of cleavage by a cellular
protease that give rise to an outer membrane (OMP) (or exter-
nal glycoprotein) and a carboxy-terminal transmembrane protein
(TMP) (Seiki et al., 1983; Coffin, 1986). The third hydrophobic
region of 36 residues probably corresponds to the transmembrane
domain (Figure 3). It is interrupted by one Lys residue as is the
case in the corresponding domains of the HIV env (Ratner er
al., 1985; Wain-Hobson et al., 1985).

The mol. wts of foamy viral glycoprotein precursors are
unknown. The single report by Benzair et al. (1985) of a major
env glycoprotein of simian foamy virus type 1 of 70 kd cannot
directly be compared to the OMP of the HSRYV, since the un-
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modified protein sequence predicts a value of 53.7 kd. However,
the value of 53.7 kd is consistent with the reported one, since
it is a general characteristic for most retrovirus that the mol. wts
calculated from gene sequences are lower when compared to the
values determined by SDS—PAGE (Rushlow ez al., 1986). The
relatively high apparent mol. wts for retroviral glycoproteins
analyzed by SDS —PAGE have been explained by the effects of
protein glycosylation on migration in polyacrylamide gels
(Rushlow et al., 1986). This holds also true for the mature OMP
of HSRV that contains 12 potential glycosylation signals which
would account for the difference in mol. wts neglecting that a
spumavirus from a different species was used in that report (Ben-
zair et al., 1985). .

Most of the glycosylation sites are located in the NH,-terminal
half of the env sequence (Figure 3). This pattern agrees well with
that of HIV (Ratner et al., 1985; Wain-Hobson, 1985), EIV
(Rushlow et al., 1986), and VIV (Sonigo et al., 1985) and is
consistent with models for retroviral env structures and its inter-
action with the cytoplasmic membrane in which the OMP is the
externally exposed major glycoprotein whereas TMP, as the
smaller env protein, forms the more sequestered transmembrane
component (Bolognesi er al., 1978; Lenz et al., 1982; Seiki et
al., 1983). At the nucleotide level, the degree of homology of
the HSRV env gene is highest to the VIV gene with 52.1 and
48.7% to HIV (LAV). For comparison, the corresponding match
for HIV and VIV is 51.4%, close to the value reported above.

Sequences between env and the 3' LTR (bel 1 and 2)

Analysis of the post-env region of HSRV identifies two open
reading frames, termed bel I and bel 2 which are 205 and 364
amino acid residues long (Figure 3). Probably, both putative pro-
teins coded by these open reading frames would have to be
generated from spliced viral RNAs. Candidates for the
corresponding splice acceptor sites are marked by vertical ar-
rows in Figure 3. Particularly, the second one conforms well
to the consensus splice acceptor signals that are also found in
the HTLV genome for mRNAs from which the px proteins are
derived and in which the corresponding initiator codon is located
on a RNA leader sequence that is derived from the 5’ part of
the genome (Shimotohno er al., 1984). Alternatively, shorter ver-
sions of the bel proteins might be initiated from the correspon-
ding first initiator codons (Figure 3). Striking homologies to
known proteins recorded in the NBRF-PIR protein sequence data
base were not found. However, the overall structure of the bel
proteins are quite interesting. Bel I has 10 Cys residues, 2
glycosylation signals, and a strongly basic region of 13 residues
proximal to its COOH terminus, whereas bel 2 has 12 Cys
residues, one glycosylation signal, and an extremely hydrophilic
stretch of amino acid residues proximal to its COOH terminus.

The LTR region

The 3’ last 1259 nucleotides of the BS2 DNA sequence contain
a number of key features of regulatory signals shown to be re-
quired for retroviral replication and transcription. There is a
characteristic sequence, AGAGAGGAAGTAACGAGGAGA-
GGG, the polypurine tract (Figure 3), that defines the S’ boundary
of the HSRV LTR and is found in all retroviral genomes at this
location and is the putative primer for plus strand DNA synthesis
of retroviruses. Within the 3’ presumed LTR there is one poly(A)
addition signal AATAAA (position 6576 —6581) which perfectly
matches the canonical consensus sequence. If the location of the
poly(A) signal is assumed to be non-variant with respect to the
polyadenylation site of HSRV, one can draw an analogy to the



LTRs of HIV and VIV (Ratner et al., 1985; Sonigo et al., 1985)
and place the polyadenylation site 24 bp downstream of the po-
ly(A) addition signal at CA (position 6600). Similar arguments
indicate that the cap site starts with a G close to position 6412.
A perfect and multiple TATATA box precedes the presumptive
RNA initiation site by 31 bp. Thus, the HSRV LTR can be sub-
divided into three regions. The R and US regions were calculated
to be 189 and 154 bp, respectively. The U3 region was estimated
to be 916 bp long. Restriction fine mapping of another recom-
binant clone that was derived from viral DNA and that contain-
ed sequences from the 5’ region of the HSRV genome resulted
in DNA fragment sizes that were consistent with those obtained
with the 3’ LTR sequences from B52 DNA (R.M.Fliigel, un-
published observation).

Although the HSRV LTR is unusually long, open reading
frames for encoding proteins of > 70 amino acid residues were
not found. Furthermore, the HSRV LTR had little if any sequence

homology to the LTRs of other retroviruses, in particular to those -

of HIV-I, HTLV-II, VIV, MMTYV, and HIV-2 (Fasel et al.,
1982; Kennedy et al., 1982; Ratner et al., 1985; Shimotohno
et al., 1985; Sonigo et al., 1985; Clavel et al., 1986). In addi-
tion, no significant sequence homology was found to human endo-
genous retrovirus-like sequences including the 968-bp long LTR
sequence of human endogenous retroviral HERV genes (Ono,
1986).

There are 12 octamer sequences, six nonamers and one de-
camer that form direct repeats within the LTR. The indirect
repeats include a decamer at positions 6646 and 6743 with a loop
size of 78 bp and two octamers with a relatively small loop size
of 34 and S bp, respectively. The significance of these repeats
with respect to the regulation of transcription remains to be
elucidated.

A comparison of the base composition of the HSRV-coding
strand in the 3’ pol—env region with those of three other retro-
viruses, namely HIV, visna virus (VIV), and murine leukemia
virus (Mo-MLYV) is presented in Figure 5. In the 3' pol—env
region the coding strands of the lentiviruses VIV and HIV, and
of HSRV have a very high adenine + thymidine content of
>60—62 mole percent and HSRV having 61.7 percent which
contrasts with that of oncoviruses, MLV has a higher G + C
percent as shown for comparison in the upper panel of Figure
5. Thus, the HSRV 3’ pol—env region shares a low G + C con-
tent with all other lentiviruses, including equine infectious anemia
virus (EIV) (Stephens et al., 1986; Rushlow er al., 1986).

Discussion

The organization of the coding sequences of the central and 3’
half of the HSRV genome is 5’ pol (endonuclease) —env—bel
1—bel 2—LTR 3’ as judged by protein sequence homology with
the endonuclese domains of other retroviral reverse transcriptases.
The 3’ pol domain of HSRV is homologous to the correspond-
ing regions of retroviral reverse transcriptases. Counting iden-
tities only, the degree-of protein homology is 22% for HIV. It
is interesting that this homology is 30% for the MLV pol endo-
nuclease domain. However, it is remarkable that in a comparison
of this HSRV sequence with those of two lentiviruses HIV and
VIV and one oncovirus, MLV, those amino acid residues well
known to be conserved can be aligned so that these residues are
invariant, including two of each equidistantly spaced His and Cys
residues, forming a ‘finger’, as postulated by Johnson er al.
(1986). This homology exemplifies the close structural relatedness

DNA sequence of env gene of human spumaretrovirus

between this part of the HSRV genome and the corresponding
genes of other retroviruses. The significance of this homology
is underscored when similar amino acid residues are taken into
account which results in a degree of homology of 47—-55%.

The reading frame of the HSRV pol gene does not overlap
that of the env gene and in this respect HSRV appears to resemble
the lentiviruses, HIV, VIV, and EIV, but is clearly different from
the oncoviruses, the D- and B-type viruses (Sonigo er al., 1986),
and the HTLV group all of which have overlapping pol/env genes
(Weiss et al., 1985). It is of interest that the HSRV intergenic
region does not seem to have a gene equivalent to either the sor
genes of HIV or VIV (Arya and Gallo, 1986). Instead HSRV
encodes a small gene, S/, that partially overlaps the carboxy-
terminal part of the pol and the amino-terminal end of env,
whereas the remainder of S/ is encoded by the HSRV pol—env
intergenic region reminiscent of the S/ of EIV (Rushlow et al.,
1986).The exceptionally long env gene of HSRYV of at least 985
residues has a counterpart in the VIV env reported to consist of
983 amino acid residues, not taking the stop codon within the
TMP of the VIV env into account (Sonigo ef al., 1985). Unlike
most retroviruses but like lentiviruses, the TMP of the HSRV
env gene does not contain the immunosuppressive domain of
Cianciolo (1985; Sonigo et al., 1986). While the overall struc-
tural similarities between the env genes of HSRV and VIV are
striking, the post-env region of the HSRV genome is completely
different in size and sequence from that of the VIV genome.

Two novel genes, bel I and bel 2, of 205 and 364 amino acid
residues are presumably derived from spliced HSRV mRNAs.
The bel protein sequences are rich in cysteine residues, possess
glycosylation signals of the type Asn-X-Thr/Ser, and have strong-
ly basic stretches, so that they could be compared to growth fac-
tors, hormone receptors and other components of the cellular
signal chain. Alternatively, they might function as trans-acting
transcriptional activators as recently reported for HIV (Sodroski
et al., 1985; Rosen et al., 1986) and HTLV-I (Fujisawa ef al.,
1985).

Since there is no obvious homology of the bel sequences to
any of the known retroviral sequences including the 3’ orf of
HIV, the rar genes of HTLV-I, II, and BLV, and the orf of the
MMTV LTR, it seems that HSRYV is different from previously
well characterized retroviruses. This conclusion seems to be rein-
forced by the finding that the homology of the HSRV 3’ pol do-
main to that of MLV is somewhat greater than to those of the
lentiviruses. Furthermore, the region between the HSRV env and
the 3 LTR is of extraordinary length when compared to all other
retroviruses. On the other hand, the fact that the primer binding
site of HSRYV closely resembled that of VIV, HIV and of caprine
arthritis encephalitis virus (Sherman et al., 1986) (tRNA-lys, our
unpublished data) clearly indicates that HSRYV is closely related
to the lentivirus subfamily. The relatively high adenine plus
thymine content of the central and 3’ part of the HSRV genome
is strikingly similar to that of lentiviruses. Taken together, one
can conclude that HSRV is a member of a retrovirus subfamily
that is different from oncoviruses, but also different from other
groups such as type D, type B retroviruses and the HLTV/BLV
group. However, a final and definite phylogenetic placement has
to take the 5’ pol and gag sequences of the HSRV genome into
account. ,

Of potentially great interest are the bel genes, that are located
in a genomic region in which either viral oncogenes or rar genes
have been found. Further analyses of these genes and their
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putative gene products have to be performed to learn more about
their functions.

Materials and methods

Cells and virus

Cells of human embryonic lung fibroblasts were prepared as described previous-
ly (Fliigel et al., 1987). Virus was kindly provided by Dr P.Loh and infection
of HEL cells was carried out as described (Loh and Matsuura, 1981).
Construction of recombinant plasmids

As source for viral DNA, total DNA from HSRV-infected HEL cells was ex-
tracted, deproteinized, and run on a 0.8% low-melting agarose gel. After stain-
ing with ethidium bromide, DNA bands were divided into five fractions (A —E)
and isolated from agarose. Aliquots of the resulting DNA bands were rerun and
visualized by ethidium bromide staining. The discrete and highly intense DNA
bands of fraction B were isolated and digested with various restriction enzymes,
including BamHI. A BamHI RNA fragment of 2.2 kbp highly enriched for viral
DNA was isolated and used for molecular cloning. Recombinant plasmids con-
taining this BamHl DNA fragment were constructed using the plasmid vector
pAT153 (Twigg and Sheratt, 1980). Recombinant A clones were established from
cDNA by inserting the HindIlI digest of cDNA into the corresponding sites of
the N vector NM1149 (Murray, 1983). The recombinant \ clones were subclon-
ed into the plasmid vector pAT153. Selection, amplification, and purification of
the recombinants were carried out as described previously (Koch et al., 1977).
The molecular cloning of the HSRV genome is the subject of a manuscript in
preparation (A.Rethwilm et al.).

Preparation of cDNA

HSRYV was grown on HEL cells and purified by sucrose gradient centrifugation.
For synthesis of cDNA for molecular cloning, the procedure of Rothenberg and
Baltimore (1976) was followed for the first strand, and the method of Gubler
and Hoffmann (1983) was used for the second strand. Alternatively, HSRV from
clarified HEL cell supernatants was purified by two sucrose gradient centrifuga-
tions. Synthesis of cDNA for hybridization probes was carried out according to
Yoshida et al. (1982) using oligodeoxynucleotide primers provided by Dr John
Taylor, Fox Chase Cancer Center, Philadelphia (Taylor er al., 1976).

DNA sequence analysis

DNA fragments were digested with restriction enzymes, purified by agarose gel
electrophoresis and labeled at their 3’ ends with the Klenow fragment of the
Escherichia coli DNA polymerase I and an appropriate [ ->2P]dNTP defined
by the recognition sequence of the given endonuclease. Alternatively, T4
polynucleotide kinase and [y->?P]JATP were used for labeling. The labeled
fragments were sequenced according to the method of Maxam and Gilbert (1977).
More than 95% of the sequence was done for both strands. Analysis of the se-
quence data was performed using the BSA program deviced by Dr S.Suhai at
the German Cancer Research Center, Heidelberg.

Nucleic acid hybridization

DNA was cleaved by different restriction enzymes, separated by agarose slab
gel electrophoresis, electrophoretically transferred to nitrocellulose paper, and
hybridized according to Southern (1975). Aliquots (1 pg) of individual DNAs
were labeled in vitro as described by Rigby et al. (1977). Each sample (50 ul)
contained 100 xCi of [a->2P]dATP and [a-2P]dCTP (30005000 Ci/mmol).

Materials

Labeled compounds were purchased from Amersham and New England Nuclear.
Enzymes from Boehringer or from New England Biolabs.
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Note added in proof .

These sequence data have been submitted to the EMBL/GenBank Data libraries
under the accession number Y00070.

Another open reading frame, termed bel-3, of 167 amino acids runs from
nucleotide 5250 to 5751. The protein sequence did not show any significant
homology to the sequences available in the data banks. The bel-2 gene product
contains one Arg-Gly-Asp sequence, a cell recognition signal crucial for interac-
ting with its cell surface receptor, [Ruoshlat,E. and Pierschbacher,M.D. (1986)
Cell, 44, 517-518].





