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The nucleotide sequence of the gag gene of feline leukemia virus and its flanking sequences were

determined and compared with the corresponding sequences of two strains offeline sarcoma virus and with
that of the Moloney strain of murine leukemia virus. A high degree of nucleotide sequence homology
between the feline leukemia virus and murine leukemia virus gag genes was observed, suggesting that
retroviruses of domestic cats and laboratory mice have a common, proximal evolutionary progenitor. The
predicted structure of the complete feline leukemia virus gag gene precursor suggests that the translation of
nonglycosylated and glycosylated gag gene polypeptides is initiated at two different AUG codons. These
initiator codons fall in the same reading frame and are separated by a 222-base-pair segment which encodes
an amino terminal signal peptide. The nucleotide sequence predicts the order of amino acids in each of the
individual gag-coded proteins (p15, p12, p30, plO), all of which derive from the gag gene precursor. Stable
stem-and-loop secondary structures are proposed for two regions of viral RNA. The first falls within
sequences at the 5' end of the viral genome, together with adjacent palindromic sequences which may play a

role in dimer linkage of RNA subunits. The second includes coding sequences at the gag-poljunction and is
proposed to be involved in translation of the pol gene product. Sequence analysis of the latter region shows
that the gag and pol genes are translated in different reading frames. Classical consensus splice donor and
acceptor sequences could not be localized to regions which would permit synthesis of the expected gag-pol
precursor protein. Alternatively, we suggest that the pol gene product (RNA-dependent DNA polymerase)
could be translated by a frameshift suppressing mechanism which could involve cleavage modification of
stems and loops in a manner similar to that observed in tRNA processing.

Feline leukemia virus (FeLV) is a horizontally transmitted
retrovirus which is a natural etiological agent of leukemia in
domestic cats (13). FeLV contains a diploid RNA genome,
each strand encoding the three genes (gag, pol, and env)
necessary for viral replication. The gag gene encodes the
structural proteins of the virion core; the pol gene encodes
an RNA-dependent DNA polymerase; and the env gene
encodes the envelope glycoproteins of the virion surface (2).
Three subgroups of FeLV differ from one another in their
host range, neutralization, and viral interference, all of
which are properties of the env gene product (38). Like other
retroviruses, FeLV replication depends on the formation of
a DNA provirus which integrates into the DNA of the
infected host cell (53). Although the order of genes in the
DNA provirus is colinear with that of viral RNA, retroviral
DNA intermediates differ at their ends from viral RNA by
the presence of long terminally redundant sequences
(LTRs), formed during the process of reverse transcription
(reviewed in references 51 and 52).

In the present study, we determined the nucleotide se-
quence of 2,565 base pairs representing a segment of a
previously cloned FeLV (subgroup B) DNA intermediate
(46). The sequenced region includes a portion of the 5' LTR,
the gag leader, the complete gag gene, and 389 base pairs of
the pol gene. The results were interpreted partly by compari-
son with those previously obtained with the Moloney strain
of murine leukemia virus (Mo-MuLV) (8, 47) and with two
previously sequenced strains of feline sarcoma virus (FeSV)
(17).

* Corresponding author.

884

MATERIALS AND METHODS
The molecular clone of FeLV DNA was previously char-

acterized by restriction enzyme mapping and heteroduplex
analyses (46). The recombinant X-WES phage was produced
in liquid culture, and the cloned DNA insert was isolated
after release from the vector with EcoRI. A subgenomic
EcoRI-PstI fragment representing a portion of the 5' LTR,
the gag gene, and a portion of the pol gene was purified, and
its sequence was determined from the EcoRI site to an
MboII site 2,565 base pairs downstream. The nucleotide
sequence was established by the Maxam and Gilbert method
by using five specific reactions of G, AG, CT, C, and AC (19,
27) (Fig. 1). Except for one case, 5' end labeling was
performed. For one of two hydrolyses done with Hinfl-
Sau3A, 3' end labeling was undertaken with a mixture of [a-
32P]dATP and unlabeled dGTP in the presence of DNA
polymerase I. The complete sequence of both strands was
determined by using a variety of different end labels such
that all labeled termini appeared as internal sites within other
sequenced fragments.

RESULTS AND DISCUSSION
Organizational landmarks. The nucleotide sequence of the

cloned FeLV DNA fragment is presented in Fig. 2. By
convention, the cap site corresponding to the 5' end of FeLV
RNA was numbered + 1. Sequences upstream of the cap site
include a portion of the U3 region of the viral 5' LTR (16).
These contain the CAAT box (positions -74 to -66) and the
Hogness box (positions -31 to -25), characteristic of eu-
caryotic promotors (reviewed in reference 51). As previous-
ly reported (16), a polyadenylation signal and polyadenylate
addition site are located downstream of the cap site within
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FIG. 1. Sequencing strategy. The upper line scheme represents the sequenced zone as a whole. Distances are given in base pairs (Fig. 2).
Restriction sites indicated on this line are those previously known (46). Arrows give the length of the segments analyzed on each of the two
strands (+ strand above, - strand below), starting from the labeled termini indicated by the vertical bars. -5 and -3 stand for 5' and 3' labeling,
respectively.

the R region of the 5' LTR and appear to function in
terminating transcripts within the 3' LTR near the other
terminus of proviral DNA. The end of the inverted repeat
which marks the end of the 5' LTR appears at nucleotide 144
and is followed by the tRNA primer binding site at positions
145 to 162.
Two ATG codons at positions 344 to 346 and 566 to 568 are

in frame with one another and are separated by 222 base
pairs. The second ATG codon corresponds in position to the
amino terminus of the gag gene precursor, Pr65gag (17). The
gag reading frame ends at a TAG codon starting at nucleo-
tide 2084. A second open reading frame begins after the TAG
codon starting at position 2076 and continues to the MboII
cleavage site in the pol gene at nucleotide 2464. The latter
segment, which corresponds to the 5' end of the pol gene,
differs in frame from that of the gag gene (see below).
The individual gag gene polypeptides. The known order of

processed polypeptides in the gag precursor, Pr65gag, is
NH2-pl5-p12-p30-pl0-COOH (22). By comparison with pro-
tein sequences (17), the pl5-p12, p12-p30, and p30-plO
junctions occur at nucleotides 947, 1157, and 1901, respec-
tively. The carboxy terminus of plO occurs at nucleotide
2071 and is followed by a 12-nucleotide coding sequence
before the TAG stop codon at positions 2084 to 2086. The
sites of proteolytic cleavage of individual gag peptides
have serine or threonine at a position four amino acids to
their amino-terminal side: (p15) NH-SerSerLeuTyr I (p12)
ProValVal-OH; (p12) NH-SerGlnAlaLeu I (p30) Pro-
LeuArgGlu-OH; (p30) NH-ThrLysValLeu I (plO) AlaThr-
ValVal-OH; (p10) NH-SerThrLeuLeu l AsnLeuGluAsp-
OH (end of gag gene). The immediate neighborhood of the
junctions is hydrophobic: on the average, the four amino
acids which border the junctions have a hydrophobicity
index (41) of +2 to +3.1 and a hydrophilicity value (H.V.)
(20) of -1 to -1.4. The corresponding values for Mo-MuLV
are +2.1 to +2.75 and -1.1 to -1.45.
The calculated molecular weights of individual gag-coded

peptides (Table 1) are compatible with values obtained
previously (18, 57). For p12 and p10, the values were
overestimated by gel filtration in the presence of 6 M
guanidine hydrochloride (50). Existence of 31.5% proline in

p12 of FeLV (Fig. 2) might account for the discrepancy, as a

result of effects on secondary structure (26). For plO, the
discrepancy was probably within experimental error since
more recent estimates for the size of this polypeptide are
closer to 7,000 daltons (18).
Approximate calculations of the degrees of acidity or

basicity (Table 1) are compatible with the published FeLV
isoelectric point values (50) for p15, p30, and p10; for p12
there is disagreement (pI = 5.4), probably because of the
phosphorylation of this polypeptide (34, 43).

Glycosylated and nonglycosylated gag gene products. The
RNA leader sequence upstream of the FeLV gag gene
includes a portion of the 5' LTR (the R region: nucleotides 1
to 145), a noncoding sequence of 199 additional nucleotides
(nucleotides 146 to 344), and a potential coding sequence
(nucleotides 345 to 566) 5' to the gag p15 amino terminus.
The open reading frame in the FeLV leader sequence is in
frame with the predicted gag gene sequence and can code for
a polypeptide of about 7.6 kilodaltons. The open reading
frame has also been conserved in different strains of FeSV
which contain the same FeLV-derived sequences (see Fig. 2)
and contains signal sequences thought to be responsible for
directing nascent polypeptide chains to membranes of the
rough endoplasmic reticulum (12; reviewed in reference 16).
Thus, we propose that the ATG at positions 344 to 346
specifies the amino terminus of a glycosylated gag precur-
sor, gPr8Wag, whereas that at positions 567 to 569 specifies
the amino terminus of the nonglycosylated gag precursor
Pr65gag. Although both glycosylated and nonglycosylated
forms of the gag precursor are indeed detected in cells
infected with FeLV (32, 45), the mechanism for regulating
the translation of both proteins remains unknown. One
possibility is RNA splicing between a donor site at nucleo-
tides 203 to 209 and a potential acceptor sequence just 3' of
the AG at position 456.
These results are consistent with data obtained in other

systems. Existence of a gag glycoprotein is well documented
for Mo-MuLV (10, 25, 39, 56; reviewed in reference 9). This
protein is found on the plasma membrane.

Glycosylation sites within gPr80gag were experimentally
determined for Mo-MuLV and were identified in p15 and p30
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886 LAPREVOTTE ET AL.

(39; reviewed in reference 9). In the case of FeLV, there are

only two possible sites which comply with the sequence
Asn-X-Ser/Thr, one within p15 at position 743 (Asn-Ile-Ser)
and the other near the end of plO at position 2057 (Asn-Ser-
Thr). Only the latter site would be contained in the extracel-
lular gag glycoprotein fragment with a molecular weight of
40,000 (32). By analogy with Mo-MuLV, it appears equally
likely that the site within FeLV p15 is also glycosylated.

Hydrophilic sectors. Different hydrophilic zones have been
located; some of them could be antigenic sites (20). Among
them, two stretches at the p30 level have a maximum
hydrophilicity (positions 1823 to 1838 and 1856 to 1874; H.V.
= +3); they appear to be duplicated zones, as has been
described in murine retroviruses (33, 47). At the p15 level,
the sector of maximum hydrophilicity (positions 650 to 665;
H.V. = +2.25) is situated in a block of homology (Fig. 2);
another hydrophilic zone (positions 740 to 764; H.V. =

+ 1.04) indeed contains the hypothetic glycosylation site. At
the p12 level the maximum hydrophilicity sequence (posi-
tions 1109 to 1127; H.V. = +2.3) is also situated in a block of
homology and could be connected with the phosphorylation
site (see below). plO also has a sector of maximum hydrophi-
licity (positions 1922 to 1940; H.V. = +3) in a zone which is
only partially homologous with the corresponding one for
Mo-MuLV (Fig. 2).
Comparison of the FeLV and FeSV gag genes. The Snyder-

Theilen (ST) and Gardner-Arnstein (GA) strains of FeSV
arose by recombination between FeLV and protooncogene
sequences in cat cellular DNA (14, 48). Both sarcoma
viruses contain a truncated gag gene which is fused in frame
to the viral oncogene sequences required for transformation
(17). The FeLV subgroup B analyzed in these studies was

molecularly cloned as the natural helper virus of ST-FeSV.
The natural FeLV helper of GA-FeSV has been cloned by
others (29), and portions of its sequence, not including the
gag gene, have been reported (11).

Figure 2 shows that the ST-FeSV gag sequence ends after
nucleotide 1457 and that of GA-FeSV ends after nucleotide
1611. In the region where ST-FeSV, GA-FeSV, and FeLV
gag sequences could be compared, only six base changes
(transitions) between FeLV subgroup B and ST-FeSV were

found, four of which lead to amino acid differences. By
contrast, 84 base differences (with 69 transitions) were
detected between FeLV subgroup B and GA-FeSV, leading
to 16 amino acid changes. The latter include 10 alterations in
the signal peptide, 3 within p15 and 3 within p12.

Although ST- and GA-FeSV represent independent iso-
lates, they appear to have arisen from a single recombination
event between FeLV and c-fes protooncogene sequences,
since the 3' FeLV/v-fes recombination sites are identical in
both strains (17). Subsequent deletion and mutational diver-
gence and recombination with the replication competent
FeLV helper could explain the strain-specific differences
between the two sarcoma viruses. Another hypothesis re-

mains, as suggested by hybridization and immunological
studies (36): independent FeSV isolates could have arisen
from different FeLV subgroups. If this were the case, the
unique 3' FeLV/v-fes recombination site would be an in-
triguing datum which could be explained by additional work
on the mechanisms of recombination. In any case, the
answers to these questions deserve further investigation.
Comparison with the Mo-MuLV sequence. In regions

where there is no ambiguity in the relative position of the
FeLV and MuLV sequences (Fig. 2), ca. 330 transitions and
365 transversions were noted. Between the cap site and the
beginning of the gPr80gag coding region, there are variations

in sequence homology between 42 and 86%. From the
beginning of gPr8W'g, the percentage of nucleotide homolo-
gy remains close to the percentage of amino acid homology.
In general, the percentage of nucleotide homology exceeds
50% for p15, p12, and plO and 60% for p30 and the part of the
pol gene studied. The data are consistent with the hypothesis
that FeLV was ancestrally derived from viruses of rodent
origin which were horizontally transmitted between different
species (3).
The overall percentages of amino acid homology with Mo-

MuLV are ca. 43.5% for the signal peptide, 66.5% for p15,
56% for p12, 68% for p30, 55% for plO, and 77% for the first
128 pol residues. The blocks of complete homology are not
very great for the signal peptide (Fig. 2). Apart from the first
three amino acids and other groups of two or three residues,
there are entire portions without homology. The only ex-
tended homology within the signal peptide (90%) runs from
the serine at nucleotide position 467 to the valine at position
500. However, besides these changes in amino acid se-
quence, the hydrophobicity of the sequence coded by nucle-
otides 497 to 556 is highly maintained. There are four blocks
of extended amino acid homology within p15 which include
the first uncharged 12 amino acid residues and FeLV se-
quences 632 to 674, 704 to 731, and 764 to 812. Comparison
with the polypeptide sequences of the Rauscher strain of
MuLV and Mo-MuLV p12 shows at this level a first block of
85% homology (positions 1007 to 1043) which ends with
ProProProTyr. This tyrosine might be the only phosphoryla-
tion-mediated p12 nucleotidylation point (57). There is an-
other block of homology (75%; positions 1094 to 1127)
including two serines and an intriguing hydrophilic zone
seven amino acids long (from serine at position 1106) which
includes four arginines (H.V. = +2.3, the maximum for
p12); although not already described (reviewed in references
24, 34, 43, and 49), a phosphorylation sector could be
hypothesized at this level. Figure 2 shows that the entire p30

TABLE 1. Molecular weights of the different polypeptide sectors
and the degrees of acidity or basicitya

Peptide Calculated b - a b - a/b + a IpK/ pIMol wt IfRd
Leader 7,662 +2 +0.2 8.2
p15 14,155 +6 +0.25 7.85 7.5
p12 7,366 -1 -0.06 7.5 5.4
p30 28,898 +4 +0.055 8 7.6
plO 6,591 +8 +0.35 8.5 9.1
Pr65 57,429 +15 +0.1 8
P75 65,073 +17 +0.11 8.1

a Dry molecular weights were calculated from the polypeptide
sequence deduced from the nucleotide sequence (Fig. 2). b - a is the
difference between the sum of His, Lys, and Arg and the sum of Glu
and Asp (6); b + a is the sum of the whole. YpK/'IfRd is the ratio of
the sum of the free acid and basic radical pK to the total number of
these radicals (it is a case of global appreciation of the degrees of
acidity or basicity, taking into account the dissociation constants of
the free radicals). The isoelectric points indicated are values pub-
lished for FeLV (50). The methionine at the beginning of P75
(gPr80Oa9), Pr659aa, and the leader peptide, and that observed at the
beginning of p15, are excluded from the calculation of the molecular
weights of the latter polypeptides. The methionine at the beginning
of p15 has been included in the leader peptide. The molecular
weights of p15, p12, p30, and plO do not equal Pr65 because the
carboxy terminus of the predicted gag polyprotein is four amino
acids longer than the carboxy terminus of plO, as it is in Mo-MuLV
(47).

J. VIROL.
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MLV CCCTGTGCCTT ATTTGAACTAACCAATC A G T TCGCTTCTCGCTTCTGTTCGCGCGCTTCCGTCCC
GA-FeSV (G) (G) (C) TGT _TG)
ST-FeSV -100 . . . .50
FeLV AATTCAACCTTCCGTCTCATTTAAACTAACCAATCCCCACGCCTCTCGCTTCT GTACGCGCGCTT TCT

CAAT box

'I
M CGAGCTCAATAAAA GAGCCCACAACCCCTCACTCGGCGCGCCAGTCCTCCGATTGACTGAGTCGCCCGGGTACCCGTGTAT
G T )T(C) 7TTCGT - - (C) (C)
S . . .+ . J
F GCT ATAAAAAACGAGCCATCAGCCCC CACA GGCGCGCAAGTCTTTGTTGAGACTTGACCGCCCGGGTACCCGTGTA

Hogness box RNA

TTGT

M CCAATAAACCCTCTTGCAGTT GCATCCGACTTGTGGTCTCGCTGTTCCTTGGG A GGGTCTCCTCT GAGTGATTGAC
TT)TTTT) (TT

S 50 . . . . 90o
F CGAATAAAGCCTCTTGCTGTTTGCATCTGACTCGTGGTCTCGGTGCTCCGTGGGCACGGGGTCTCATCGCCGAG GAA GACC

polyadenylation polyadeAylation
signal site

M TACCCGTCAGCGGGGGTCTTTCATTTGGGGGCTCGTCCGGGATCGGGAGACCCC TG CCCAGGGACCACCGACCCACCACCGG
m A) 7T) (C) (C)

. . 150 . . . . 200
F TAC TC CGGGGGTCTTTCATTTGOGGGCCTCGTCCGGGAT A GAGACCCCCAACCCCAGGGACCACCGACCCACCATCAG

IR PBS

M GAGGTAAGCTGGCCAGCAAC TTATCTGTGTCTGTCCGATTGTCT AGTGTCTATG ACT GATTTTATGCGCCTGCG
G (A) TA)(GT (TT)
S . . . (A) 250
F GAGGTAAGCTGGCCGGCGACCATATCTGT TGTCC TTGTGTAAGTGTCTCTGTCAACTGATCTGATTTT

donor

LeuThrSerSerValSerGlyGly ProValValGluLeuThrSerSerGluHisProAlaAlaThrLeuG
M TCGGTACTAGTTAGCTAACTAGCTCTGTATCTGGCGGA CCCGTGGTGGAACTGACGAGTTCGGAACACCCGGCCGCAACCCTGG
G (G) _7AT
S . . . 3Q0
F GGCGGTGGAACCGAAGGAGCTGACGAGCTCGTACTTCGCCCCCGCAACCCTGG

lyAspValPro Gly Thr SerGlyAlaValPheValAlaArgProGluSerLysAsnProAspArgPheGlyLeuPheG
M GAGACGTCCCA GGG ACT TCGCGGCCCGTTTTTGTGGCCCGACCTGAGTCCAAAAATCCCGATCGTTTTGGACTCTTTG
G - (7 _ TC) rAGA) (MT
S . . 330 .

F AAGACGTTCCACGGGTGTCTGATGTCTGGAGCC TCT AGTGGG ACA G CC ATT GGG GCTCAT CTGTTTG
MetSerGlyAla Ser SerGly Thr Ala Ile Gly AlaHis LeuPheG

L-- gPr8O
FIG. 2. The FeLV subgroup B sequence at the level of the first 2,565 base pairs starting from the EcoRI site of the LTR, 5' side.

Orientation is that of the viral RNA. Only the DNA (+) strand representing the viral RNA (starting from the capping site) is represented in this
context. The numbering noted at this strand acts as a reference for the locations at this nucleotide chain, those with which it is compared, and
the amino acids translated from the nucleotide chains (located by the position of the first base of the codon). The position + 1 is the first base of
viral RNA (capping site); from this position the nucleotides are numbered negatively on the 5' side and positively on the 3' side up to position
2464; the dots which are regularly placed upon some letters are 10 to 10 graduations of DNA (+) sequence. The sequence has been written be-
low the aligned sequence of murine sarcoma virus (8) up to the beginning of the viral RNA and subsequently below the aligned sequence of
Mo-MuLV (MLV; M) (47). Gaps have been inserted in the writing to maintain maximum agreement between the two sequences. In actual fact
the nucleotides which border these gaps are contiguous. The same means of presentation has been adopted for the amino acids corresponding

VOL. 50, 1984
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888 LAPREVOTTE ET AL.

lyAlaProProLeuGluGluGlyTrValValLeuValGlyAspGluAsnLeuLysGlnPheProProProSerGluPheLeuL
M GTGCACCCCCCTTAGAG AGGGATATGTGGTTCTGGTACCAGACGACAACCTAAAACAGTTCCCGCCTCCGTCTGAATTTTTGC
G (A) - ( T7CGTATTAGG) (At (GT -7TC)
S .t{O.. (A) .* 410
F GGGTCTCA CCT GAA TACAGGGTGTTGATCGGAGACGGGGGAGCCGGACCCTCAAAGTCTCTTTCTGAGGTTTCAT

lyValSerPro Glu WrAr-galL-euffe2lAs LysSerLeu3erGTuValSerP
acceptor

euSerValTrpAspArgSerArgAlaAlaArgLeuValCysCysSerIleValLeuCysCysLeu CysLeuThrValP
M TTTOGGTTTGGGACCGAAGCCGCGCCGCGCGTCTTGTCTGCTGCAGCATCGTTCTGTGTTGTCTC TCTCTGACTGTGT
G (G) TG7-F (TT (TF) -
S . . . 590
F TTTCGGTTTGGTATCGAAGCCGCGCGGCACGTCTTGTCATTCTTTGTCTTGTTGCGTCTTTCCTTGTCCCCTGTCTAACC T

heSerValTrpTyrArgSerArgAlaAlaArgLeuValIleLeuCysLeuvalAlaserPheLeuvalProcysLeuThr P

heLeuTyrLeuSerGluAsnMetGlyGlnThrValThrThrProLeuSerLeuThrLeuGlyHisTrpLysAspvalGluArgI
M TTCTGTATTTGTCTGAGAATATGGGCCAGACTGTTACCACTCCCTTAAGTTTGACCTTAGGTCACTCGAAAGATGTCGAGCGGA
G (A) -A) (TT (TTTA7-
S 550 . . . 690
F TTTTAATTGCAGAAGCCGTCATGGCCAAACTGTAACTACCCCCTTAAGCCTCACCCTTGACCACTGGTCCGAGGTCCCGGCAC

heLeuIleAlaGluAlaValMetGlyGlnThrValThrThrProLeuSerLeuThrLeuAspHisTrpSerGluValArgAlaA

leAlaHisAsnGlnSerValAspValLysLysArgArgTrpValThrPheCysSerAlaGluTrpProThrPheAsnValGlyT
M TCGCTCACAACCAGTCGGTAGATGTCAAGAAGAGACGTTGGGTTACCTTCTGCTCTGCAGAATGGCCAACCTTTAACGTCGGAT
G TA) -T cT (GT - -7T
S. . 6jO . * .(A) . 790
F GAGCCCATAATCAGGGTGTCGAGGTCCGGAAAAAGAAATGGATTACTTTATGTGAAGCCGAATGGGTGATGATGAATGTAGGCT

rgll.affssI-nGlGy WuaAgLsyLsrI LeuCysGluAlaGluTrpValMetMetAsnValUl-yT

rpProArgAspGlyThrPheAsnArgAspLeuIleThr,GInValLysIleELsValPheSerProGlyProHisGlyHisProA

S . . . 750 (A).
F GGCCCCGAGAAGGAACTTTTTCTCTTGATAACATTTCTCAGGTTGAGAAGAAGATCTTCGCCCCGGGACCACATGGACACCCCG

rpProArgGluGlyThrPheSerLeuAspAsnIleSerGlnVa:lGluLysLysITeeAlaProGlyProHisGlyHisProA

spGlnValProTyrIleValThrTrpGluAlaLeuAlaPheAspProProProTrpValLysProPheValHisPro LysP
M ACCAGGTCCCCTACATCGTGACCTGGGAAGCCTTGGCTTTTGACCCCCCTCCCTGGGTCAAGCCCTTTGTACACCCT AAGC
G TA) TGF (TT-(TF -
S 890 . . . . 850 . . (C)
F ACCAAGTTCCTTACATTACCACATGGAGATCCTTGGCCACAGACCCCCCTTCATGGGTTCGCCCGTTCCTACCCCCTCCCAAAC

sPGlnValProTyrIleThrThrTrpArgSerLeuAlaThrAspProProSerTrpValArgProPFeLeuProProPro-

roProProProLeuPro Pro Ser Ala ProSerLeuProLeuGluProProArgSerThrProProArgSerSerL
M CTCCGCCTCCTCTTCCT CCA TCC GCC CCGTCTCTCCCCCTTGAACCTCCTCGTTCGACCCCGCCTCGATCCTCCC
G ( AT (T) (T)
S . 990 .
F CTCCCACACCCCTCCCTCAGCCTCTTTCGCCGCAGCCCTCCGCCCCCCTT ACC TCCTCCC

roProThrProLeuProGlnProLeuSerProGlnProSerAlaProLeu Thr SerSerL

FIG. 2-Continued

to translation of the nucleotide chains in the known coding zones. Nucleotide or polypeptide identities between the two viruses have been
underlined. The correspondences established are based on blocks of homology. In certain places several solutions can be proposed which do
not contradict the greater part of the homologies. Between the two sequences of FeLV (F) and Mo-MuLV, a comparison has been made
between FeLV and GA-FeSV (G) first and ST-FeSV (S) second, up to the two dots indicating divergence on the 5' side. Nucleotides different
from their correspondents in FeLV have been labeled with parentheses. Missing nucleotides are represented by empty parentheses. Excess
nucleotides with regard to FeLV are between parentheses with an arrow indicating at what place they are inserted in the sequence. The
locations of the different patterns, the locations of the divergence with ST-FeSV and with GA-FeSV, and the limits of the different polypeptide
sectors are indicated (see the text). The TAG codons at the end of gag and the beginning of pol are indicated by three dots.

J. VIROL.
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gag FeLV NUCLEOTIDE SEQUENCE 889

euTyrProAlaLeuThrProSerLeuGlyAlaLysProLysProGlnValLeu
M TTTATCCAGCCCTCACTCCTTCTCTAGGCGCCAAACCTAAACCTCAAGTTCTT
G (CTr (T)T ) -)
S 950
F TCTACCCCGTTGTC CCCAAGCCAGACCCC CCCAAACCGCCTGTGTTAC

euTyrProValVal ProLysProAspPro ProLysProProValLeuP
'-. p12

SerAspSerGlyGlyProLeuIleAspL
TCTGACAGTGGGGGGCCGCTCATCGACC

1090
,CGCCTGATCCTTCTTCCCCTTTAATTGATC
ProProAspProSerSerProLeuIleAspL

euLeuThrGluAspProProProTyr ArgAspProArgProProProSerAspArgAspGlyAsnGlyGlyGluAlaThrP
M TACTTACAGAAGACCCCCCGCCTTAT AGGGACCCAAGACCACCCCCTTCCGACAGGGACGGAAATGGTGGAGAAGCGACCC
G (A)-T)
S . . 1050
F TCTTAACAGAAGAGCCACCTCCCTATCCGGGGGGTCACGGGCCACCGCCATCA GGCCCTAGG ACCC

euLeuThrGluGluProProProTyrProGlyGlyHisGlyProProProSer GlyProArg ThrP

roAlaGlyGluAlaProAspProSerProMetAlaSerArgLeuArgGlyArgArgGluProProValAlaAspSerThrThrS
M CTGCGGGAGAGGCACCGGACCCCTCCCCAATGGCATCTCGCCTACGTGGGAGACGGGAGCCCCCTGTGGCCGACTCCACTACCT
G TAXT - TAT - (A)

CGGCC GCT
roAla Ala

11Q0 (T)
TCCCCGATTGCAAGCCGGCTAAGGGAACGCCGAGAAAACCCT
SerProI leAlaSerArgLeuArgGluArgArgGluAsnPro

GCTGAAGAG
AaGluGlu

T
S

erGlnAlaPheProLeuArgAlaGlGlyAsnGlyGlnLeuGlnTyrTrpProPheSerSerSerAspLeuTyrAsnTrpLysA
M CGCAGGCATTCCCCCTCCGCGCAGGAGGAAACGGACAGCTTCAATACTCGCCGTTCTCCTCTTCTGACCTTTACAACTGGAAAA
G - _ TA)TTT C)
S 1150 . . . 1290
F CTCAAGCCCTCCCCTTGAGGGAACGCCCCAACAACCGACCCCAGTATTGGCCATTCTCGGCCTCAGACCTGTATAATTGGAAGT

erGlnAlaLeuProLeuArgGluGlyProAsnAsnArgProGlnTyrTrpProPheSerAlaSerAspLeuTyrAsnTrpLysS
L... p30

snAsnAsnProSerPheSerGluAspProGlyLysLeuThrAlaLeuIleGluSerValLeuIleThrHisGlnProThrTrpA
M ATAATAACCCTTCTTTTTCTGAAGATCCAGGTAAACTGACAGCTCTGATCGAGTCTGTTCTCATCACCCATCAGCCCACCTGGG
G AT TG TTT
S . 1250 . . . . 1390
F CGCATAACCCCCCTTTCTCCCAAGACCCGGTGGCCCTAACTAACCTAATTGAGTCCATTTTAGTAACGCACCAACCAACCTGOG

erHisAsnProProPheSerGlnAspProValAlaLeuThrAsnLeuIleGluSerIleLeuValThrHisGlnProThrTrpA

spAspCysGlnGlnLeuLeuGlyThrLeuLeuThrGlyGluGluLysGlnArgValLeuLeuGluAlaArgLysAlaValArgG
M ACGACTGTCAGCAGCTGTTGGGGACTCTGCTGACCGGAGAAGAAAAACAACGGGTGCTCTTAGAGGCTAGAAAGGCGGTGCGGG
G (GT TGT- (GT
S . . 1350
F ACGACTGCCAGCAACTCTTGCAGGCACTCCTGACAGGCGAAGAAAGGCAAAGAGTCCTTCTTGAGGCCCGAAAGCAAGTTCCAG

spAspCysGlnGInLeuLeuGlnAlaLeuLeuThrGlyGluGluArgGlnArgVa1LeuLeuGluAlaAreLysGnVa-1ProG

lyAspAspGlyArgProThrGlnLeuProAsnGluValAspAlaAlaPheProLeuGluArgProAspTrpAspTyrThrThrG
M GCGATGATGGGCGCCCCACTCAACTGCCCAATGAAGTCGATGCCGCTTTTCCCCTCGAGCGCCCAGACTGGCATTACACCACCC
G TGT TA) (A) TTT (T)
S 1490 . . . . 1450
F GCGAAGACGGGCGGCCAACCCAACTGCCCAATGTCATTGACGAGACTTTCCCCTTGACCCGCCCCAACTGGGATTTTGCTACGC

lyGluAspGlyAraProThrGlnLeuProAsnVa I leAspGluThrPheProLeuThr PAsnTrpAspPheAlaThrP
ST-FeSV gag _j

FIG. 2-Continued

sequence is made up of long blocks of homology. Among the

homologous regions, the region which runs from glutamine
at position 1187 to asparagine at position 1427 is particularly
conserved among mammalian retroviruses (reviewed in ref-
erences 21 and 33). A zone of extensive homology within plO
runs from the aspartic acid at position 1982 to the arginine at

position 2042 (Fig. 2). The major antigenicity of plO is group
specific with strong interspecific determinants (reviewed in
reference 9), possibly located within the conserved region.
The conserved region could functionally correspond to the
site of fixation of plO with the viral RNA (18).

Stems, loops, and palindromes. A search for potentially

S
F
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InAlaGlyArgAsnHisLeuValHisTyrArgGlnLeuLeuLeuAlaGlyLeuGlnAsnAlaGlyASerProThrAsnLeuA
M ACGCAGGTAGGAACCACCTAGTCCACTATCGCCAGTTGCTCCTAGCGGGTCTCCAAAACGCGGGCAGAAGCCCCACCAATTTGG
G 1I59O. . ..0 1550 (T).
F CGGCAGGTAGGGAGCACCTACGCCTTTATCGCCAGTTGCTATTAGCGGGTCTCCGCGGGGCTGCAAGACGCCCCACCAATTTGG

roAlaCIArgAri;euT TyrArgnlnLeuuLeuA]LaGlyLeuArgGlyA aAlaBArgAroTrsLu

laLysValLysGlyIleThrG1nGlyProAsnG1uSerProSerA1aPheLeuGluArgLeuLysGluAlaTyrArgArgTyrTM C7AAGGTMAAAAGGAATAACACAAGGGCCCAATGAGTCTCCCTCGGCCTTCCTAGAGAGACTTAAGGAAGCCTATCGCAGGTACA
G (A) (AT TGO I-O
F CACAGGTAAAGCAGGTTGTGCAAGGGAAAGAAGAAACGCCAGCAGCATTTCTAGAGAGATTGAAAGAGGCTTACAGAATGTACA
IGlnalLyGlnVlVallnGlLysGTu-Giu7RrPoAlaA-lapheLeuG _rLuyslAayrArgMetTT

GA-FeSV gag -'

hrProTyrAspProGluAspProGlyGlnGluThrAsnValSerMetSerPhelleTrpGlnSerAlaProAspl1eGlyArgL
M CTCCTTATGACCCTGAGGACCCAGGGCAAGAAACTAATGTGTCTATGTCTTTCATTTGGCAGTCTGCCCCAGACATTGGGAGAA
I60 . 1790

F CTCCCTATACCCTGAGGATCCAGGGCAAGCGGCTAGTGTTATCCTATCCTTTATCTACCAGTCTAGTCCAGATATAAGAAATA
hrProTyrAspProGluAspProGlyGlnAlaAlaSerValIleLeuSerfhelleTyrGlnSerSerProAspIleArgAsnL

ysLeuGlyArgLeuGluAspLeuLysAsnLysThrLeuGlyAspLeuValArgGluAlaGluLysllePheAsnLysArgGluT
M AGTTAGGGAGGTTAGAAGATTTAAAAAACAAGACGCTTGGAGATTTGGTTAGAGAGGCAGAAAAGATCTTTAATAAACGAGAAA

1750 1800
F AGTTACAAAGGCTAGAAGGCCTACAAGGGTTCACCCTATCTGATCTGCTAAAAGAAGCAGAAAAAATATATAACAAAAGGGAGA

ysLeuGlnArgLeuGluGlyLEuG nGlyPheThrLeuSerAspLeuLeuLysGluAlaGluLysIleTyrAsnLysArgGluT

hrProGluGluArgGluGluArgArgg GluThrGluGluLysGluGluArgArgArgThrGluAspGluGlnLysGluL
M CCCCGGAAGAAAGAGAGGAACGTATCAGGAGAGAAACAGAGGAAAAAGAAGAACGCCGTAGGACAGAGGATGAGCAGAAAGAGA

~~~~~~T5 __________________
F CCCCAGAGGAAAGGGAAGAAAGATTATGG CAGCGACAGGAAGAAAGGGAT AAAAAGCGC CACAAGGAG

hrProUTuG1uArgG1uG1uArgLeuTrp GlnArgG-nGluGluArgAsp LysLysArg HisLysGlu

ysGluArgAspArgArgArgHisArgGluMetSerLysLeuLeuAlaThrValValSerGlyGlnLys GlnAspArgGlnG
M AAGAAAGAGATCGTAGGAGACATAGAGAGATGAGCAAGCTATTGGCCACTGTCGTTAGTGGACAGAAA CAGGATAGACAGG

1900
F ATGACTAAAGTTCTGGCCACAGTAGTTGCTCAGAATAGAGATAAGGATAGAGAG

MetThrLysValLeuAlaThrValValAlaGlnAsnArgAspLysAspArgGlu
l-_ p1O

lyGlyGluArgArgArgSerGlnLeu Asp A AspGlnCysAlaTyrCysLysGluLysG
M GAGGAGAACGAAGGAGGTCCCAACTC GAT CGC GACCAGTGTGCCTACTGCAAAGAAAAGG

1950 2090
F GAA AAT AAACTGGAGATCA'AAGGAAAATACCTCTCGGAAAGGACCAGTGTGCCTATTGCAAGGAAAAAG

Glu Asn LysLeuGlyAspGlntLysI1eProLeuGlyLysAspGlnCysAlaTyrCysLysGIuLysG

lyHisTrpAlaLysAspCysProLysLysproArgG yProArgG1yProArgProGlnThrSerLeuLeuThrLeuAspAsp.
M GGCACTWCCTAAAGATTGTCCCAAGAAACCACGAGGACCTCGGGGACCAAGACCCCAGACCTCCCTCCTCACCCTAGATGACT- 2050
F GACATTCGCTTCGCGATTGTCCCAAACGACCCCGGAAG AAACCC GCAAACTCCACTCTCCTCAACTTAGAAGATT

lyHisTrValArgAspCysProLysArgEr2ArgLys LysPro AlaAsnSerThrLeuLeuAsnLeuGluAsp.
L____j ^plOI-' ..LysIle
donor ? gag ..j

FIG. 2-Continued

stable (<-10 and <-0.4 kcal [ca. <-41.8 and <-1.7 kJ] bases of the viral RNA. Among the 5 palindromes (out of 11
per nucleotide for stems and loops, respectively; <-19.2 in the whole sequence) situated in this sector, which could
kcal [ca. <-80.3 kJ] for palindromes) secondary structural be hypothesized as being possible linkage points of the two
features was performed by using previously described meth- RNA subunits (5, 31), the more stable (-35.8 kcal [ca.
ods (37, 54, 55). -149.8 kJ]) is at position 483 (Fig. 3). A similar palindromic
These features are more numerous within the 500 first zone was observed for Rous sarcoma virus (40). A stem and
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..GlyGlyGlnGlyGlnAsp ProProProGluProArgIleThrLeuLysValGlyGlyGlnProValThrPheLeuValAsp
M AGGGAGGTCAGGGTCAGGAC CCCCCCCCTGAACCCAGGATAACCCTCAAAGTCGGGGGGCAACCCGTCACCTTCCTGGTAGAT

2100 . . 2150
F AGGAGAGTCAGGGCCiGGACCCCCC'CCCCTGAGCCCAGGATAACCTTAAGAATAGGGGGGCAACCGGTGACTTTTCTCGTGGAC

.. ArgAlaArgThrProProProGluProArgIleThrLeuArgIeGlyG1yG1nProVl;rFheLeuVa1Asp
ArgArgVal t '

acceptor ?

ThrGlyAlaGlnHisSerValLeuThrGlnAsnProGlyProLeuSerAspLysSerAlaTrpValGlnGlyAlaThrGlyGly
M ACTOGGGCCCAACACTCCGTGCTGACCCAAAATCCTGGACCCCTAAGTGATAAGTCTGCCTGGGTCCAAGGGGCTACTGGAGGA

2200 . . . 2250
F ACGGGAGCCCAGCACTCAGTACTGACTCGACCAGATGGACCTCTCAGTGACCGCACAGCCCTGGTGCAAGGAGCTACAGGAAGC

T;rTy:AaGlnHi sSerValLeuThrArgProAspClyProLeuSerAspArgThrAlaLeuValGlnGlyAlaThrGlySer

LysArgTyrArgTrpThrThrAspArgLysValHisLeuAlaThrGlyLysvalThrHisSerPheLeuHisValProAspCys
M AAGCGGTATCGCTOGACCACGGATCGCAAAGTACATCTAGCTACCGGTAAGGTCACCCACTCTTTCCTCCATGTACCAGACTGT

2390
F AAAAACTACCGGTGGACCACCGACAGGAGGGTACAACTGGCAACCGGTAAGGTGACTCACTCTTTTTTATATGTACCTGAATGT

LysAsnTyrArgTrpThrThrAspArgArgLlGneAa GyyVllrHi sSerPheLeuTyrValProGluCys

ProTyrProLeuLeuGlyArgAspLeuLeuThrLysLeuLysAlaGlnIleHisPheGluGlySerGlyAlaGlnValMetGly
M CCCTATCCTCTGTTAGGAAGAGATTTGCT ACTAAACTAAAAGCCCAAATCCACTTTGAGGGATCAGGAGCTCAGGTTATGGGA

2350 . . 2490
F CCCTACCOGTTATTAGGGAGAGACTTATTAACTAAACTCAAGGCCCAAATCCATTTTACCGGAGAGGGGGCTAATGTTGTTGGG

ProTyrProLeuLeuGlyArgAspLeuLeuThrLysLeuLysAaGnleHi sPhThrGlyGluGlyAlaAsnValVaalGl

ProMetGlyGlnProLeuGlnValLeuThrLeuAsnIleGlu
M CCAATGGGGCAGCCCCTGCAAGTGTTGACCCTAAATATAGAAGA

* * 2450
F CCCAGGGGTTTACCCTTACAAGTCCTTACTTTACAATTAGAAGA

ProAr;LeuProLeuGlnValLeuThrLeuGlnLeuGlu

FIG. 2-Continued

loop of -13 kcal (ca. -54.4 kJ) (positions 102 to 129) is
possible near the 5' end of viral RNA and has previously
been proposed for Moloney sarcoma virus (4). A larger stem
and loop of -75.1 kcal (ca. -314.2 kJ) (positions 70 to 201)
contains the LTR inverted repeat and the primer binding
site, both of which are located in the double loop at the stem
summit (Fig. 3). In the case of Mo-MuLV, a stem and loop
visualized by electron microscopy was localized between the
5' end of viral RNA and the stable linkage point of the two
RNA subunits (31). This location appears to correspond to
that predicted for FeLV. Overall, the first 500-base region of
FeLV RNA could generate a secondary structure similar to
that described for Rous sarcoma virus, physically linking the
cap site, possible ribosome-binding site, and initiation codon
of the gag gene (7).
A possible ribosome-binding site is encountered at posi-

tion 23:

23-5'GA CCG CC CGGG3'-33
3'CUAGGAAGGCGUCC5' <- 3' end of 18S rRNA
(-19.5 and -0.78 kcal [ca. -81.6 and -3.26 kJ] per nu-
cleotide)

It overlaps a set of two palindromes of -22.2 and -31.2 kcal
(ca. -92.9 and -130.5 kJ) (Fig. 3), 100% homologous in Mo-
MuLV, which include restriction sites KpnI, AvaI, HpaII,
RsaI, and SmaI. Another possible ribosome-binding site is
encountered at position 325, a little before the ATG at the
beginning of gPr80ga (Fig. 2):

325-5'GA CGTTCCACGGGTGTCTGATG3 '-346
3'CUAGGAAGGcGUCC5' <- 3' end of 18S rRNA
(-15.85 and -0.59 kcal [ca. -66.31 and -2.47 kJ]
per nucleotide)

One could hypothesize that these two possible ribosome-
binding sites could be used in an alternating way and could
be responsible for the discriminatory translations of Pr659'9
and P75 (gPr809a9) by yet unknown mechanisms in which
secondary structures could take part.
A third stem-and-loop structure proposed between nucleo-

tides 2060 and 2124 (Fig. 3) includes the gag-pol junction. It
constitutes the most stable predicted structure (-37.9 kcal
[ca. -158.6 kJ]) apart from the first 500 bases of viral RNA.
This zone is very homologous with Mo-MuLV in nucleotides
(79%) but less so in amino acids (50%).
The gag-pol junction. Reverse transcriptase is thought to

arise from the posttranslational processing of a large poly-
protein (PrlWgag-PoI) encoded by the gag and pol genes of
full-genome-length mRNA. In the case of MuLV, the gag-
pol polyprotein is presumed to be generated by in-frame
suppression of the gag gene stop codon, allowing translation
to continue into the pol sequences (30, 35). By contrast, in
vitro translation of Rous sarcoma virus RNA in the presence
of suppressor tRNA resulted in the synthesis of a polypro-
tein only slightly longer than the gag-coded precursor (58).
Recent nucleotide sequencing indeed showed that the RSV
gag and pol genes are in two different reading frames
separated by 20 nucleotides (40).
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G
G

T T
T C

C A
T T

T
T

G G
G G
G G
C G
C G
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A T
TC C

C G
A T

GAAG CGAG C
C G
C G
C G
T A
A T
C GA
T A
C G
T A
G C
G C

G C
G C

c c
A A
c A

C

G C
G C
G C
T A

G G
C G
C G
T A

c c
G C
T A
G C
G C
C G
T A

T C
G C
G C
T A
G C

C c
T
c A
A T
G C
T A

5'-70 C G201 3'

A G
T A
T A
C GA
AT

cA T
T A
CG
CG
TA
CG
TA
CG

5'2060TCCA T
3'.-2124AG G c

A A
CG
C G
CG
AGC

AG C
TA
CG
CG

C A
c c
c c
C c C

5'- 28C CCGGG TACCCG 39 3'
GGGCCCATGGGC

5'-483GCC GCGCGGC492_3'
C GGCGCGCCG

FIG. 3. The two most stable palindromic zones and stems and
loops, from the energy point of view, in the viral RNA sequence.
Numbered sequences correspond to the DNA (+) strand and its
numbering (Fig. 2). Numbers give the position of the first and last
letter of each pattern or group of patterns. For palindromes the
unnumbered complementary chain has been added opposite. The
structure which runs from positions 28 to 39 is made up of two
overlapping palindromes, each of which is indicated by a thick line.

Like RSV, the FeLV gag and pol genes are in different
reading frames, suggesting that pol is translated from a
processed mRNA. One possibility is that the pol gene
product is synthesized from a spliced mRNA molecule in
which the gag and pol genes are fused in frame. A possible
splice acceptor sequence around nucleotide 2117
(CCCCCCCCCCTGAG ) (28, 42, 44) occurs close to the
gag-poljunction. However, no typical donor groupings were
found in the same region of the FeLV genome. The closest
consensus sequence for a potential splice donor occurs

around nucleotide 2017 within plO (TGG a GTTCGC-3') and
shows only limited homology (four of nine bases) to expect-
ed donor sequences (RAG I GTGAGT) (28). Taking into
account the proposed splice acceptor, the latter donor site
could place the reading frames into continuity without
producing a major deletion of gag sequences.
Another possibility is that a tRNA-specific splicing en-

zyme might recognize a stem and loop like that proposed at
the gag-pol junction (Fig. 3; see above) and produce an
excision which shifts the reading frame (1, 23, 47), similar to
what has been observed with other tRNA-specific enzymes
(reviewed in reference 15). Although the latter represents a
novel mechanism for frame suppression in translation of
retroviral RNA, like splicing, it is compatible with the
expected size of the gag-pol precursor and with the inability
to detect subgenomic mRNA species which could account
for a unique pol mRNA species. Regardless of the exact
mechanism, the nucleotide sequences of both FeLV and
RSV emphasize that the modes of translation of retroviral
polymerases deserve further investigation.
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