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A series of insertion-deletion mutants was constructed in a molecularly cloned
DNA copy of the Friend strain of spleen focus-forming virus (SFFV). The
mutants were produced by inserting a synthetic oligonucleotide linker containing
the recognition sequence of SalI endonuclease into several different locations of
the SFFV DNA. Three classes of mutants were isolated: insertion-deletion
mutants in the 5' half of the SFFV genome, in the long terminal repeat of the
SFFV genome, and in the env gene of the SFFV genome. The env gene mutant has
a deletion of sequences shared in common between the env gene of SFFV and the
env genes of mink cell focus-inducing murine leukemia viruses. From analyses of
the biological activity of the various mutants and a biologically active subgenomic
SFFV DNA fragment described herein, we can deduce that the coding sequence
encompassing the env gene of SFFV is required for the biological activity. This
region, required for the pathogenic phenotype, cannot be larger than 1.5 kilobase
pairs, a size only slightly more than that sufficient to encode the nonglycosylated
precursor of the gp52 env gene product.

The Lilly-Steeves strain of the replication-
defective spleen focus-forming virus (SFFV)
was isolated from the Friend virus complex and
has been shown to be responsible for the induc-
tion of a rapid erythroproliferative disease when
injected as a viral complex into susceptible mice
(37). The disease produced by this virus is
characterized by the development of splenic
foci, splenomegaly, erythroblastosis, and poly-
cythemia (22). Although the rapidity of the dis-
ease varies depending on the helper virus used,
the erythroid pathology is independent of the
type of helper virus used in the infectious viral
complex. SFFV has been shown to promote the
proliferation of erythroid precursor cells in cul-
ture as well, but does not cause the abnormal
growth of epithelial cells or fibroblasts. The in
vivo and in vitro proliferation of erythroid pre-
cursor cells is induced also by other replication-
defective retroviruses such as the avian erythro-
blastosis virus (13), the Harvey and Kirsten
sarcoma viruses (31), the myeloproliferative
variant of Moloney sarcoma virus (24), and even
the Abelson leukemia virus (43). Each of these
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latter viruses can also transform fibroblastic
cells in culture (9, 13, 24, 31), unlike SFFV,
which has a select target specificity for erythroid
cells.

Molecular studies of the avian erythroblasto-
sis virus, the Harvey and Kirsten sarcoma virus-
es, and other defective highly oncogenic retro-
viruses (10, 26, 33) have shown that these
viruses contain recombinant genomes with help-
er-independent retroviral sequences and unique
sequences of host cellular information. For each
of these viruses a protein has been isolated
which is encoded at least in part by the cellular
sequences and is believed to be responsible for
the oncogenic potential of the virus (2, 16, 34,
35, 44).

In contrast to the above viruses, the genome
of SFFV has been shown to be a recombinant
between sequences of the helper-independent
Friend murine leukemia virus (F-MuLV) and
sequences related to the envelope gene of mu-
rine xenotropic and mink cell focus-inducing
type C viruses (38, 39). No unique cellular
sequences have been detected in the genome of
SFFV. Two proteins encoded by SFFV have
been detected, a p45 gag gene-related protein (1)
and the recombinant env gene-related protein
gp52 (8, 28, 29). However, due to the replica-
tion-defective nature of SFFV coupled with its
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inability to transform fibroblastic cells, no mu-
tants of SFFV have been described. Thus, there
exists no genetic information which could identi-
fy the sequences or gene product(s) of SFFV
involved in the erythroid disease.

Previously, we reported the molecular cloning
of SFFV proviral DNA (19) and a subgenomic
fragment of this DNA (20) to begin a genetic
analysis of the virus. More recently, a second
polycythemia-inducing strain of SFFV has been
molecularly cloned (45). Using a two-stage co-
transfection assay developed to measure the
biological activity of SFFV (19), we showed that
the sequences of SFFV responsible for the vi-
rus-induced disease were derived from the 3'
half of the genome. These results were in agree-
ment with our hypothesis that gp52 is responsi-
ble for this disease. We now report the cloning
of a second subgenomic fragment of SFFV pro-
viral DNA and the production and cloning of
nine mutant SFFV DNAs. The results from
analyses of these cloned DNAs offer compelling
evidence that the gp52 protein encoded by
SFFV is required for the virus-induced prolifera-
tion of erythroid precursor cells.

MATERIALS AND METHODS
Cells and viruses. NIH 3T3 fibroblasts, the normal

rat kidney cell nonproductively infected with SFFV,
and a culture of Fisher rat embryo cells, designated
EY1O, which stably produce an excess of SFFV over
F-MuLV as determined by analysis of RNA subunits
(11) have been described (38-40). Clone 4-1a3, the 5.7-
kilobase pair (kbp) molecular clone of the Lilly-
Steeves (18) strain of SFFV, and the molecularly
cloned HindIII-PstI subgenomic fragment of SFFV
DNA have been described (19, 20). Molecular clones
of helper-independent ecotropic virus DNAs used in
this study include a clone of ecotropic Friend virus (F-
MuLV clone 57) (23), a clone of ecotropic Moloney
MuLV (clone 1387), and a clone of wild mouse ampho-
tropic virus 4070A (AMT clone 8) (4, 15).

Molecular cloning of the BamHI-PstI DNA fragment.
The BamHI-PstI subgenomic SFFV DNA fragment
was molecularly cloned, as described in the text, by
using standard methods (5, 6, 30) under P2 contain-
ment conditions as outlined in the National Institutes
of Health recombinant DNA research guidelines, part
IL.

In vitro mutagenesis of cloned DNA. Before mutagen-
esis, the SFFV DNA insert of clone 4-1a3 was trans-
ferred to a pBR322 vector lacking a SalI recognition
site as outlined below. The pBR322 vector DNA was
cleaved with Sall and BamHI; the resulting 4.1-kbp
fragment was separated by electrophoresis through an
agarose gel and collected by electroelution. This DNA
fragment (2 ,ug) was made flush ended by treatment
with 2 U of DNA polymerase I Klenow fragment
from Escherichia coli (New England BioLabs) in the
presence of deoxyribonucleoside triphosphates, and
the potentially blunt ends were recircularized by treat-
ment with 4 U of T4 DNA ligase (Bethesda Research
Labs). The ligated DNA was digested with Sall re-

striction enzyme, and the DNA was then cloned by
transformation of E. coli strain RR1 and selection on
ampicillin. After we screened the clones for the pres-
ence of a Sall restriction enzyme site, the plasmid
DNA of one clone lacking a Sall site (clone 7-21) was
linearized by cleavage with HindlIl. The 5.7-kbp in-
sert of clone 4-1a3 was removed by HindlIl digestion
and ligated to the Sall(-) vector DNA. This ligated
material was transformed into E. coli strain RR1 to
generate a clone of SFFV DNA (clone 16-22al) lacking
Sall recognition sites.

In vitro mutagenesis of clone 16-22al was performed
by a modification of the procedure published by Hef-
fron et al. (17). Briefly, a limited digestion of 10 ,ug of
the SFFV DNA clone was made with HaeIII to
produce linear flush-ended molecules. The preparation
was extracted once with phenol and electrophoresed
through a 1% agarose gel, and the DNA migrating in
the region of the full-length recombinant plasmid (-9.8
kbp) was collected by electroelution. Using T4 DNA
ligase, we ligated this DNA (2 ,ug) to 0.25 unit of SalI
molecular recombination linkers (double-stranded oc-
tamer G-G-T-C-G-A-C-C; Collaborative Research,
Inc.) which had been labeled with [y-32P]ATP by T4
polynucleotide kinase (P-L Biochemicals). The result-
ing preparation was digested with Sall to remove
excess linkers and form the appropriate staggered ends
and subsequently electrophoresed through a 1% agar-
ose gel to separate the recombinant plasmid from the
linker molecules. After electroelution, the plasmid
DNA was circularized, using T4 DNA ligase, and 30
ng was then used to transform E. coli strain RR1,
yielding 430 clones.

Oligonucleotide fingerprint analysis. 32P-labeled
SFFV genomic RNA prepared from the EY10 culture
was hybridized to cloned SFFV-pBR322 DNAs after
digestion of the recombinant plasmids with HindIll.
The hybridization reactions were incubated at 50°C for
12 h and treated with RNase Tl. The RNase-resistant
hybrids were isolated by gel filtration, denatured, and
analyzed as described previously (11, 12).

Cotransfection assay for SFFV biological activity.
The cotransfection of NIH 3T3 fibroblasts with calci-
um phosphate-precipitated SFFV and helper virus
DNAs has been detailed (19). To determine the biolog-
ical activity of the cotransfected SFFV DNA, we
injected samples of cell-free supernatants from virus-
producing transfected cells into NIH Swiss mice.
Intravenous injections of 0.5-ml samples into 6- to 8-
week-old mice were made when F-MuLV DNA was
used in the cotransfection, and intraperitoneal injec-
tions of 0.2-ml samples into newborn mice were made
when mouse amphotropic virus DNA was used in the
assay.

Metabolic labeling of cells, immunoprecipitation, and
polyacrylamide gel electrophoresis. A suspension of 2
x 107 cells in 3 ml was prepared from the spleens of
diseased animals and labeled for 1 h at 370C with 600
,uCi of [35S]methionine. Extracts of the cells were
prepared, and analyses of immune precipitates were
performed as described (27, 28).

RESULTS
Cloning of the BamHI-PstI subgenomic frag-

ment of SFFV DNA. We previously cloned a 3.0-
kbp HindIII-to-PstI fragment of the Lilly-
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Steeves strain of SFFV DNA in pBR322 (clone
23-1a2) and demonstrated that it retained the
biological activity of full-length SFFV DNA (20).
To obtain a smaller piece of SFFV DNA, this
clone was digested with BamHI, generating 4.6-
and 3.45-kbp fragments. The 3.45- kbp fragment
included the 2.4-kbp BamHI-to-PstI region of
SFFV DNA from the 3' end of the viral genome,
which contains env gene and long terminal re-
peat (LTR) sequences, and the PstI-to-BamHI
segment of pBR322 (Fig. 1). These digestion
products were electrophoresed through an agar-
ose gel, and the 3.45-kbp fragment was isolated
by electroelution and ligated to BamHI-digested
pBR322 DNA. This ligation mixture was used to
transform E. coli strain RR1. By using selection
for ampicillin resistance and hybridization to a
32P-labeled probe prepared by nick translation of
the HindIII-PstI fragment, clone 21-3al was
isolated. Figure 1 shows an agarose gel analysis
of this BamHI-PstI fragment of SFFV DNA.
Lanes la and lb show the BamHI plus PstI
cleavage products of the HindIII-PstI and
BamHI-PstI fragment DNA clones, respective-
ly. Both recombinant DNAs have the 2.4-kbp
viral DNA fragment as well as 3.3- and 1.1-kbp
fragments generated from the pBR322 DNA.
The BamHI-PstI clone has two copies of the 1.1-
kbp plasmid DNA band, whereas the HindIII-
PstI clone has only one copy with an additional
band which migrated at a size of 1.3 kbp due to
the HindIII-to-BamHI region of viral DNA pre-
sent in this clone; these two smaller bands are
only slightly visible in this photograph (see the
schematic diagrams of the cloned recombinant
DNAs in the figure). When the cloned DNAs
were cut with PstI plus PvuII (lanes 3a and 3b),
both had the 1.7-kbp viral DNA fragment as well
as the 2.9- and 1.5-kbp bands of DNA derived
from the vector DNA. The BamHI-PstI clone
yields another 1.7-kbp band containing viral and
vector sequences, whereas the HindIII-PstI
clone yields a band which migrates at 1.9 kbp,
again owing to the HindIII-to-BamHI region of
this larger viral DNA insert. In the BamHI-PstI
clone, the viral insert and plasmid vector bands
are not present in equal molar ratios; this is due
to loss of the insert, probably by recombination
through the PstI-BamI region of pBR322, which
is directly repeated in this clone. One can de-
duce by these restriction analyses that the
cloned BamHI-PstI fragment DNA derives from
the 3' end of the viral genome and contains the
LTR of the permuted SFFV molecular clone as
already demonstrated with the HindIII-PstI
DNA clone (20). In addition, as discussed be-
low, the sequences of the BamHI-PstI fragment
are complementary to RNase Tl-resistant oligo-
nucleotides which map to the 3' end of SFFV
genomic DNA.
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FIG. 1. Comparison of the two cloned SFFV DNA
fragments by restriction enzyme analysis. The recom-
binant plasmid DNAs were isolated from the clone
containing the HindIII-PstI fragment (a lanes) and the
clone containing the BamHI-PstI fragment (b lanes) of
SFFV DNA. These recombinant DNAs were digested
with BamHI plus PstI (lane 1), BamHI plus KpnI (lane
2), and PstI plus PuvII (lane 3) and electrophoresed at
55 V for 18 h through a 1% agarose gel containing 0.5
±g of ethidium bromide per ml. The bands of DNA
were visualized with UV light. The numbers at the left
of the gel represent the location and size (in kilobase
pairs) of HindlIl-digested k DNA fragments and
HaeIII-digested 4X174 DNA fragments migrating in
the same gel. Schematic circular restriction maps of
the recombinant clones are shown for reference: H,
HindIII; B, BamHI; Pu, PuvII; K, KpnI; and P, PstI.
The heavy line indicates the position of the viral LTR
sequences; the relative location of the 3' and 5' areas
of the SFFV genomic RNA are also indicated.

In vitro mutagenesis of full-length SFFV DNA.
In vitro mutagenesis was performed on the
cloned full-length SFFV DNA by using a modifi-
cation of the procedure of Heffron et al. (17) (see
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Materials and Methods). This procedure re-
quired that the recombinant plasmid contain no
SalI recognition sites. Since the pBR322 vector
contains a Sall site, this site was altered, using a
separate preparation of pBR322 DNA, to give a
SalI(-) vector (see Materials and Methods). The
permuted SFFV DNA insert of clone 4-1a3 was
isolated by restriction with HindIlI and by elec-
troelution from an agarose gel and was subse-
quently transferred by ligation to the SalI(-)
plasmid DNA which had been cleaved with
HindlIl. After the mutagenesis of the resulting
recombinant plasmid, 100 possible mutant
clones were screened for the presence of Sall
sites in the SFFV DNA insert. This was accom-
plished by growing the clones, extracting the
recombinant plasmid DNA, and cleaving this
DNA with HindIlI plus Sail. Restriction with
HindIll separates the SFFV DNA from the
vector DNA, and the Sall cleaves the DNA at
the sites of mutagenesis where the linker mole-
cule has been inserted. For the studies reported
here we chose clones which contained the new
SalI site in the viral DNA rather than the plas-
mid DNA, and the results with nine such clones
are shown in Fig. 2. The majority of the mutant
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clones were found to have deletions offrom 0.15
to 2.0 kbp, although a few clones had little or no
deleted DNA. The deletions presumably oc-
curred by multiple cuts with HaeIII during the
mutagenesis procedure, yielding smaller than
full-length molecules to which the SalI linkers
were attached. The precise locations of the SalI
sites and the deletions in the mutant DNA clones
were determined by restriction analysis with
other enzymes, for instance, Hindlll plus SalI
plus KpnI as shown in the b lanes of Fig. 2. The
schematic maps of these sites are shown in Fig.
3. To insure the location of the new Sall sites,
we examined the orientations of the two viral
HindIII-Sall fragments of each mutant by
Southern blot analysis; the fragments hybridized
to a nick-translated probe prepared from the
insert of the cloned 600-base pair (bp) BamHI-
EcoRI subgenomic fragment of SFFV DNA
located in the env gene region (3). In each case
this probe hybridized only to the HindIII-Sall
fragment which mapped to the left-hand side of
the cloned permuted SFFV DNA, as would be
expected (data not shown).

Biological activity of the BamHI-PstI fragment
and mutant DNA clones. The biological activity
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FIG. 2. Restriction enzyme analysis of various clones of in vitro-mutagenized SFFV DNA. Recombinant

pamdDNAs isolated from the clones of mutagenized SFFV DNA were digested with Hindlll plus Sall (alae)and Hindlll plus Sail plus Kpnl (b lanes). The DNA was electrophoresed and visualized as described intelegend to Fig. 1. The clones analyzed are: 16-22al, the nonmutagenized SFFV DNA of clone 4-1a3 insertedinoteSall (-) pBR322 plasmid (lane 1); 22-2 (lane 2); 22-12 (lane 3); 22-23 (lane 4); 22-62 (lane 5); 22-6 (lane 6);228(ae7); 217(ae8;225(ae9;ad235lne10).
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FIG. 3. Schematic map and summary of analyses of subgenomic fragments and mutant clones of SFFV DNA.

The restriction maps of the designated clones of SFFV DNA are shown for the enzymes HindIlI (H), BamHI (B),

EcoRI (E), KpnI (K), PstI (P), and SalI (S). The maps of the deletion mutant DNAs are separated at the added

Sail site to indicate the area lost by the mutagenesis. The biological activity was measured by the two-stage

cotransfection assay; a positive result indicates that splenomegaly, splenic foci, and polycythemia were induced
in the infected mice (see Tables 1 and 2). The expression of gp52 was measured as in the legend to Fig. 5. ND,
none detected; NT, not tested.

of the cloned SFFV DNA was tested by using
the two-stage cotransfection assay reported pre-
viously (19). Briefly, the cloned fragment or

mutant SFFV DNA was released from the vec-
tor DNA by cleavage with the appropriate re-
striction enzyme(s) and transfected into NIH
3T3 fibroblasts with infectious molecularly
cloned helper virus DNA of F-MuLV or wild
mouse amphotropic virus 4070A. The progeny
virus resulting from the cotransfections with F-
MuLV DNA was injected intravenously into 6-
to 8-week-old NIH Swiss mice, and the mice
were monitored for SFFV disease characteris-
tics. The virus produced after cotransfection
with wild mouse amphotropic virus DNA was

similarly monitored for biological activity after
intraperitoneal injection of newborn NIH Swiss
mice. The results of these cotransfection studies
are shown in Tables 1 and 2.

Cotransfections of the BamHI-PstI DNA frag-
ment with the F-MuLV or the amphotropic virus
DNA yielded virus progeny capable of inducing
all of the characteristics of SFFV disease, in-
cluding splenic foci, splenomegaly, erythroblas-
tosis, and polycythemia. Injection of the virus
produced by cells transfected with either helper

virus DNA alone did not induce SFFV disease in
the mice.
The SFFV disease was induced similarly in

mice injected with the virus released from cells
cotransfected with amphotropic helper virus
DNA and any mutant DNA with deletions in the
right-hand half of the circularly permuted cloned
sequences (the 5' portion of the SFFV genome)
such as clones 22-2 and 22-12. This result was

expected since these 5' sequences are not pre-
sent in either the BamHI-PstI or HindIII-PstI
(20) subgenomic fragment DNA, both of which
demonstrate biological activity in the assay.
A virus capable of inducing the SFFV ery-

throid disease in mice is also produced by cells
cotransfected with helper virus DNA and SFFV
mutant DNA containing a deletion in the central
area of the permuted cloned DNA. These mu-
tant DNAs from such clones as 22-8, 22-17, and
22-35 contain deletions of the sequences from
the very 3' or 5' ends (or both) of the viral
genome; these deletions include sequences in
the LTR. When amphotropic viral DNA was

used as a helper, the latency period for disease
in mice was rather prolonged, suggesting that
the titer of biologically active virus was low

K H
I"IJ
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TABLE 1. Biological activity of various SFFV DNAs cotransfected with amphotropic viral DNA
Time He-

Source of SFFV DNA iater Spleen wt mato- ProductionSourceofSFFVDNAinjec- (g)a ctOfoslnci
tion cra fofpeic(days)

SFFV permuted clone (4-1a3) 20 0.21, 0.33 44, 45 + +
41 2.3 , 3.4 60, 72 TNTCb

Subgenomic SFFV fragments
21-3al 20 0.10, 0.10 43, 44 + +

41 1.2, 3.2 63, 67 TNTC
23-1a2 29 1.9 0.46 58, 47 + +

5' Deletion mutants
22-2 25 0.88, 0.75 57, 60 + +
22-12 25 0.33, 0.96 43, 60 + +
22-8 25 0.70, 0.95 52, 56 + +

LTR deletion mutants
22-35 85 4.5, 0.17 88, 50 TNTC, -
22-17 52 1.3 ,0.10 74, 47 + -

env Deletion mutants
22-6 25 0.19, 0.13 43, 44 - -

42 0.13, 0.08 47, 46 - -
22-25 29 0.11, 0.13 40, 42 - -

85 0.15, 0.13 45, 43 - -
22-23 25 0.14, 0.11 45, 43 - -

42 0.16, 0.14 44, 43 - -

env Insertion mutant (22-62) 52 2.2 , 0.39 69, 62 + +

None 42 0.15, 0.15 43, 45 - -
85 0.18, 0.13 46, 48 - -

a Values from individual mice. The normal spleen weight and hematocrit values are 0.1 to 0.3 g and 42 to 50%,
respectively.

b TNTC, Too numerous to count.

(Table 1). However with F-MuLV helper DNA,
a fairly rapid onset of disease was observed
(Table 2).

Cotransfections of helper virus DNA and cer-
tain deletion mutant SFFV DNAs have never
yielded a virus capable of inducing the SFFV
disease in mice. These mutant DNAs include
those from clones with deletions that extend
leftward into the env gene sequences (clones 22-
6 and 22-25) or with a deletion of env sequences
alone (clone 22-23). One SFFV mutant DNA
clone, designated 22-62, contained the insertion
of a new SalI site in the env gene region, with no
deletion of sequences detectable by agarose gel
analysis. The progeny virus of cells cotransfect-
ed with this insertion mutant DNA and helper
virus DNA of F-MuLV or the amphotropic virus
was capable of inducing all of the characteristics
of the SFFV disease when injected into mice.
To insure the purity of this clone, the mutant
DNA insert was isolated by electroelution from
an agarose gel, ligated into fresh pBR322 at the

HindlIl site, and recloned by transformation of
E. coli. The recloned sequences still demonstrat-
ed the full biological activity of SFFV (data not
shown).
RNase Tl-resistant oligonucleotide analysis. It

was of interest to determine whether the se-
quences deleted in the mutant DNAs were
unique to SFFV or related to the parental helper
F-MuLV. Since the relatedness of the RNase
Tl-resistant oligoribonucleotides of SFFV geno-
mic RNA to F-MuLV has been studied (11, 12),
we analyzed which of these oligonucleotides
were homologous to the sequences retained in
several of the cloned mutant DNAs. The cloned
DNAs were hybridized to 32P-labeled SFFV
genomic RNA, and the pattern of oligonucleo-
tides which hybridized to each DNA was deter-
mined. The resulting patterns obtained with four
mutant DNAs are shown in Fig. 4A through 4D.
The analysis was also performed with the
BamHI-PstI subgenomic fragment clone (data
not shown). A schematic summary of the results
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TABLE 2. Biological activity of various SFFV DNAs cotransfected with F-MuLV viral DNA
Time af- Produc-

Source of SFFV DNA ter injec- Spleen wt Hemato- tion of
tion (a crit (%)a splenic

(days) foci

LTR deletion mutants
22-35 22 2.1, 0.59 58, 53 + +

43 2.8, 2.9 78, 76 TNTCb
22-17 33 0.76, 0.18 48, 47 + +

69 2.8, 1.8 70, 48 TNTC

env Deletion mutants
22-25 22 0.21, 0.14 45, 49 - -

43 0.19, 0.14 45, 48 - -
22-23 33 0.28, 0.19 46, 43 - -

69 0.23, 0.15 43, 48 - -

env Insertion mutant (22-62) 19 0.33, 0.22 44, 37 + +
33 1.2, 1.1 52, 56 TN'rC

None 69 0.32, 0.13 42, 47 - -

a Values from individual mice. The normal spleen weight and hematocrit values are 0.1 to 0.3 g and 42 to 50%o,
respectively.

b TNTC, Too numerous to count.

found is shown in Fig. 4E. The oligonucleotides
are presented in the nonpermuted orientation of
the genomic RNA. As expected, clone 22-62
hybridizes to all of the oligonucleotides identifi-
able by this technique as does the full-length
clone of SFFV DNA, clone 4-1a3 (see reference
12). The BamHI-PstI fragment clone contains
the sequences of the 3' oligonucleotides from 12
to the right, including the terminally redundant
oligonucleotide 13. The biologically active clone
22-35 and clone 22-17, which give the identical
pattern (data not shown), lack only sequences
homologous to oligonucleotides 18, 15, and 13,
which are located at the ends of the genome.
Clone 22-23, which demonstrates no biological
activity in the two-stage assay, is missing the
sequences of the SFFV-specific oligonucleotide
6 as well as oligonucleotides 11 and 8. The
sequences of a number of oligonucleotides locat-
ed at both ends of the genome are missing in
clone 22-25, which is also negative for SFFV
biological activity. These data are consistent
with the restriction maps presented in Fig. 3.

Expression of gp52 in spleens of infected mice.
Since all of the biologically active clones of
SFFV DNA had the env gene sequences, it was
of interest to determine whether env gene prod-
uct gp52 was expressed in cells containing these
DNAs. The efficiency of cotransfection and res-
cue of the SFFV sequences is generally too low
to allow detection of the SFFV-specified pro-
teins in the total population of cotransfected
fibroblasts. Thus, [35S]methionine was used to
pulse-label cells from the enlarged spleens of
mice injected with viruses produced by the

cotransfected fibroblasts. Cellular extracts were
then prepared and analyzed for gp52 by immu-
noprecipitation and sodium dodecyl sulfate-
polyacrylamide gel electrophoresis (Fig. 5). The
gp52 was detected in the spleens of mice injected
with the virus progeny of cells cotransfected
with helper virus DNA and either the BamHI-
PstI fragment of SFFV DNA (lane B), the
mutant clone 22-17 DNA (lane C), the mutant
clone 22-62 DNA (lane D), or the mutant 22-35
DNA (lane E). In all cases the gp52 demonstrat-
ed the same antigenic properties and gel migra-
tion as the gp52 expressed in normal rat kidney
cells nonproductively infected with the Lilly-
Steeves strain of SFFV (lane A). The expression
of gp52 was never detected in spleen cells from
mice infected with virus produced by fibroblasts
transfected with any of the helper virus DNAs
alone (data not shown).

DISCUSSION
In this paper we report the molecular cloning

of a second subgenomic fragment from the env
gene region of SFFV proviral DNA as well as
the cloning of nine mutant DNAs prepared from
cloned full-length SFFV proviral DNA. The
subgenomic fragment extends from a BamHI
recognition site to the PstI site of the previously
reported HindIII-PstI subgenomic fragment of
circularly permuted SFFV DNA (20). This
BamHI-PstI fragment is 2.4 kbp in size, lacking
0.6 kbp from the left-hand end of the HindIII-
PstI DNA fragment. Like the HindIII-PstI frag-
ment, the BamHI-PstI DNA fragment contains
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FIG. 4. RNase T1-resistant oligonucleotides of SFFV genomic RNA complementary to the cloned fragment
and mutant DNAs of SFFV. 32P-Labeled SFFV RNA (5 x 105 cpm) was hybridized to 2 ,ug of plasmid DNA
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was then isolated and separated in two dimensions by electrophoresis and homochromatography. (E)
Schematic maps of the oligonucleotides homologous to the indicated clones of SFFV DNA are shown. The
relative positions of the oligonucleotides on the genomic map of SFFV RNA were published previously (11).

the 0.6-kbp LTR and 0.4 kbp from the 5' por-

tion of the proviral SFFV genome, but con-

tains only 1.4 kbp, rather than 2.0 kbp, of the
env gene region from the 3' portion of the
proviral genome. Since the HindIII-PstI DNA
fragment clone was used as the starting material
for the molecular cloning of the BamHI-PstI
fragment, the above structure was easily derived

by restriction enzyme analyses, and the struc-
ture was confirmed by examining the RNase T1-
resistant oligonucleotides of genomic SFFV
RNA which formed hybrids with the fragment
DNA. It was significant that the cloned BamHI-
PstI fragment was found to retain the full biolog-
ical activity of SFFV when analyzed by the two-
stage cotransfection assay. Thus, this narrows
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FIG. 5. Immunoprecipitation of proteins expressed

in spleens of mice infected with the virus produced
after cotransfections. Labeled spleen cell extracts
were prepared as described in the text and precipitated
with goat anti-Rauscher MuLV gp7O antiserum (lanes
1), goat anti-Moloney mink cell focus-inducing virus
gp7O antiserum absorbed with Moloney MuLV (lanes
2), or normal goat serum (lanes 3). The spleens were

from mice infected with virus produced from NIH 3T3
cells cotransfected with the BamHI-PstI fragment and
Moloney MuLV DNA (lane B), mutant clone 22-17
and F-MuLV DNA (lane C), mutant clone 22-62 and
amphotropic viral DNA (lane D), and mutant clone 22-
35 and amphotropic viral DNA (lane E). Normal rat
kidney cells nonproductively infected with SFFV were

also labeled and immune precipitated (lane A). The
small arrows denote the helper virus envelope precur-

sor proteins.

the amount of SFFV-specified information re-

quired for the induction of disease by 600 bp
from that previously reported with the HindIII-
PstI DNA fragment.
The ability to produce mutations at essentially

random sites in the genome by the method used
in this paper allows one to examine areas which
cannot be conveniently cloned into subgenomic
fragments due to the lack of appropriate restric-
tion enzyme sites. We report here the studies of
DNA from nine molecular clones containing
such random mutations. DNA from clones such
as 22-2 or 22-12 which have a deletion of se-

quences from the 5' region of the genome, the
right half of the circularly permuted cloned
DNA, retain the full biological activity of SFFV,
as expected, considering the positive results
with the subgenomic fragments ofDNA contain-
ing 3' genomic information. In addition to the
LTR and env gene sequences, these cloned
subgenomic fragments also contain some infor-
mation from the very 5' end of the genome.
However, when sequences in this 5' end region
are deleted, as in clone 22-8, the DNA is still
biologically active in the two-stage cotransfec-
tion assay, demonstrating the insignificance of
these 5' SFFV sequences in disease induction.

It is of interest that DNA clones with deletions
of sequences at the 3'-5' junction of the genome,
the LTR region, are also positive for biological
activity. The LTR has been implicated to be a
necessity for the disease induced by the avian
leukosis viruses (41) by providing a promoter for
transcription of host sequences adjacent to the
integrated proviral DNA. Similarly, a promoter-
like sequence has been found in the LTRs of
Moloney MuLV and Moloney sarcoma virus (7,
25, 36, 42) and is located about 60 bp to the left
of the KpnI recognition site, which is present in
the LTRs of other murine retroviruses (14, 21,
23). It is assumed that the LTR of SFFV con-
tains a promoter sequence. However, the se-
quence of DNA deleted in clones 22-17 and 22-
35 reported here includes at least the right-hand
half of the SFFV LTR. Assuming that the KpnI
site and the possible promoter sequence are
located in the same place in the SFFV LTR as
that found for the LTR of the Moloney viruses,
the possible promoter sequence would also be
deleted in SFFV clones 22-17 and 22-35. Since
these two mutant DNA clones retain the com-
plete biological phenotype of SFFV, the SFFV
LTR is probably not critical to SFFV-induced
disease. Of course an analysis of the nucleotide
sequence will be required to determine how
much of the SFFV LTR actually remains in the
DNA of clones 22-17 and 22-35 and whether the
presumed promoter in this LTR is deleted. It
should also be pointed out that the biologically
active virus rescued from the cotransfections is
probably formed after recombination of the SFFV
sequences with those of the cotransfected helper
virus sequences. Thus, the biologically active
form would probably contain the helper virus
LTR with its promoter. Obviously, the LTR is
required for certain functions of the virus, most
likely including its rescue. However, since the
transfections of helper virus DNA alone do not
generate virus preparations which induce dis-
ease in the mouse assay, the rapid proliferative
phenotype must be determined by the env gene
of SFFV, possibly in conjunction with LTR
sequences, rather than by either a purely SFFV
LTR or by downstream promotion by the helper
viral LTR of some cellular onc gene.

Molecular clones of mutated SFFV DNA,
with deletions extending leftward into the env
gene sequences, such as clones 22-6 and 22-25,
are negative for the biological activity. It is
significant that clone 22-23, which lacks se-
quences only from the env gene region, is also
negative for biological activity of SFFV in the
cotransfection assay described here. Therefore,
this is the first definitive proof of the necessity of
the env sequences of SFFV for the initiation of
the virus-induced erythroproliferative disease.
The only protein known to be encoded by the
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env sequences of SFFV is the gp52 protein.
Indeed the expression of gp52 is always correlat-
ed with the disease, and all results to this date
are consistent with the hypothesis that this pro-
tein is required in the disease process. Nucleo-
tide sequence data will be necessary to deter-
mine whether open reading frames for other
proteins exist in the env gene region. The only
confusing observation comes from results with
mutant clone 22-62. The DNA of this clone
contains a SalI linker inserted in the env se-
quences, yet it still demonstrates SFFV biologi-
cal activity in the described assay. However,
critical to the hypothesis, the biologically active
virus recovered still leads to the expression of
gp52. The DNA of this clone 22-62 does not
involve the deletion of enough sequences to be
detected in the agarose gels, but certainly con-
tains an insertion of the SalI recognition se-
quence. It is possible that this change occurs in a
region of nonessential sequences which are re-
moved by splicing during a processing step or
that the change is a minor one and does not alter
the reading frame or function of the translated
protein product, although a simple insertion of
the 8-bp linker should give a reading frame shift.
Alternatively, this small region of the env gene
may not be unique to SFFV and could be
repaired by recombination with the helper virus.
Again, a study of the DNA sequence of this
clone and of the recovered virus should help
clarify the dilemma.
When the results obtained with the subgenom-

ic DNA fragments are compared with those from
the mutant DNA studies, one can define a 1.5-
kbp segment of SFFV DNA which contains the
only unique SFFV information essential for in-
duction of the disease. This segment spans the
region from the BamHI site of the BamHI-PstI
fragment to the Sall site of the mutant clone 22-
17 and encodes the gp52 protein. As further
proof, this 1.5-kbp subgenomic DNA fragment
was cloned from BamHI plus Sall double-digest-
ed clone 22-17 DNA in a plasmid vector contain-
ing the amphotropic virus LTR sequences.
When analyzed by the two-stage assay after
cotransfection with amphotropic viral DNA, this
subgenomic DNA fragment clone demonstrated
full SFFV biological activity in the mouse (data
not shown). The fragment begins on the left,
with the area containing the SFFV-specific oli-
gonucleotides 12, 19, and 6, which are related to
the recombinant env sequences of mink cell
focus-inducing viruses (12), and continues
through the area of oligonucleotides 11, 8, 3, 21,
9, 10, and 7, which are more related to the
parental ecotropic F-MuLV (11, 12). Studies of
nonglycosylated gp52 demonstrate an unglyco-
sylated apoprotein of about 46,000 daltons (32).
Approximately 1.4 kbp of DNA would be re-

quired to encode a protein of this size. Thus, the
biologically active 1.5-kbp segment of DNA
contains only slightly more information than that
necessary to encode the recombinant gp52 with
a mink cell focus-inducing-related N-terminus
and an ecotropic virus-related C-terminus.

Earlier studies have shown that the gp52 pro-
tein is not appreciably secreted from SFFV-
infected cells and is not detected at appreciable
levels in viral particles containing infectious
SFFV (28). The genetic evidence reported here-
in supports the model that gp52 is an onc pro-
tein, making this system a unique one for at-
tempting to unravel how a glyprotein can induce
unrestrained proliferation of erythroid cells.

ACKNOWLEDGMENTS
We acknowledge the excellent technical assistance of Rob-

ert Lowe and John Feild, helpful discussion with Fred Hef-
fron, and the clerical assistance of Pat Tandasukamana.

LITERATURE CITED
1. Barbacid, M., D. H. Troxler, E. M. Scolnick, and S. A.

Aaronson. 1978. Analysis of translational products of
Friend strain of spleen focus-forming virus. J. Virol.
27:826-830.

2. Bister, K., M. J. Hayman, and P. K. Vogt. 1977. Defec-
tiveness of avian myelocytomatosis virus MC29: isolation
of long-term nonproducer cultures and analysis of virus-
specific polypeptide synthesis. Virology 82:431-448.

3. Chattopadhyay, S. K., M. W. Cloyd, D. L. Linemeyer,
M. R. Lander, E. Rands, and D. R. Lowy. 1982. Mink cell
focus-forming (MCF) viruses: their cellular origin and
their role in murine thymic lymphomas. Nature (London)
295:25-31.

4. Chattopadhyay, S. K., A. I. Oliff, D. L. Linemeyer, M. R.
Lander, and D. R. Lowy. 1981. Genomes of murine
leukemia viruses isolated from wild mice. J. Virol. 39:777-
791.

5. Clewell, D. B. 1972. Nature of ColEl plasmid replication
in Escherichia coli in the presence of chloramphenicol. J.
Bacteriol. 110:667-676.

6. Cohen, S. N., A. C. Y. Chang, and L. Hsu. 1972. Nonchro-
mosomal antibiotic resistance in bacteria: genetic trans-
formation of Escherichia coli by R-factor DNA. Proc.
Natl. Acad. Sci. U.S.A. 69:2110-2114.

7. Dhar, R., W. L. McClements, L. W. Enquist, and G. F.
Vande Woude. 1980. Nucleotide sequences of integrated
Moloney sarcoma provirus long terminal repeats and their
host and viral junctions. Proc. Natl. Acad. Sci. U.S.A.
77:3937-3941.

8. Dresler, S., M. Ruta, M. J. Murray, and D. Kabat. 1979.
Glycoprotein encoded by the Friend spleen focus-forming
virus. J. Virol. 30:564-575.

9. Duesberg, P. H. 1980. Transforming genes of retroviruses.
Cold Spring Harbor Symp. Quant. Biol. 44:13-29.

10. Duesberg, P. H., and P. K. Vogt. 1979. Avian acute
leukemia viruses MC29 and MH2 share specific RNA
sequences: evidence for a second class of transformation
genes. Proc. NatI. Acad. Sci. U.S.A. 76:1633-1637.

11. Evans, L. H., P. H. Duesberg, D. H. Troxler, and E. M.
Scolnick. 1979. Spleen focus-forming Friend virus: identi-
fication of genomic RNA and its relationship to helper
virus RNA. J. Virol. 31:133-146.

12. Evans, L., M. Nunn, P. Duesberg, D. Troxler, and E.
Scolnick. 1980. RNAs of defective and nondefective com-
ponents of Friend anemia and polycythemia virus strains
identified and compared. Cold Spring Harbor Symp.

J. VIROL.



env GENE SEQUENCES ENCODING THE gp52 PROTEIN 233

Quant. Biol. 44:823-835.
13. Gross, L. 1970. Oncogenic viruses. Pergamon Press, New

York.
14. Hager, G. L., E. H. Chang, W. H. Chan, C. F. Garon,

M. A. Irael, M. A. Martn, E. M. Sconick, and D. R.
Lowy. 1979. Molecular cloning of the Harvey sarcoma
virus closed circular DNA intermediates: initial structural
and biological characterization. J. Virol. 31:795409.

15. Hartey, J. W., and W. P. Rowe. 1976. Naturally occurring
murine leukemia viruses in wild mice: characterization of
a new "amphotropic" class. J. Virol. 19:19-25.

16. Hayman, M. J., B. Royer-Pokora, and T. Graf. 1979.
Defectiveness of avian erythroblastosis virus: synthesis of
a 75K gag-related protein. Virology 92:31-45.

17. Heffron, F., M. So, and B. J. McCarthy. 1978. In vitro
mutagenesis of a circular DNA molecule by using synthet-
ic restriction sites. Proc. Natl. Acad. Sci. U.S.A.
75:6012-6016.

18. LMy, F., and R. A. Steeves. 1973. B-tropic Friend virus: a
host range pseudotype of spleen focus-forming virus
(SFFV). Virology 55:363-370.

19. L_meyer, D. L., S. K. Ruscettl, J. G. Menke, and E. M.
Scolnck. 1980. Recovery of biologically active spleen
focus-forming virus from molecularly cloned spleen fo-
cus-forming virus-pBR322 circular DNA by cotransfec-
tion with infectious type C retroviral DNA. J. Virol.
35:710-721.

20. Llnemeyer, D. L., S. K. Ruscettl, E. M. Scenkk, L. H.
Evan, and P. H. Desberg. 1981. Biological activity of the
spleen focus-forming virus is encoded by a molecularly
cloned subgenomic fragment of spleen focus-forming vi-
rus DNA. Proc. Natl. Acad. Sci. U.S.A. 78:1401-1405.

21. Lowy, D. R., E. Rands, S. K. Cbodyay, C. F. Garon,
and G. L. Hager. 1980. Molecular cloning of infectious
integrated murine leukemia virus DNA from infected
mouse cells. Proc. Natl. Acad. Sci. U.S.A. 77:614-618.

22. Mirand, E. A., R. A. Steeves, L. Avila, and J. T. Grace.
1968. Spleen focus formation by polycythemic strains of
Friend leukemia virus. Proc. Soc. Exp. Biol. Med.
127:900-904.

23. OUlf, A. I., G. L. Hager, E. H. Chang, E. M. Sconck,
H. W. Chan, ad D. R. Lowy. 1980. Transfection of
molecularly cloned Friend murine leukemia virus DNA
yields highly leukemogenic helper-indepenent type C vi-
rus. J. Virol. 33:475-486.

24. Odste , W., K. Vehmeyer, B. Fag, I. B. Pragnell, W.
Paetz, M. C. LeBouse, F. Smadja-Joffe, B. Klein, C.
Jasmin, and H. Eisen. 1980. Mycloproliferative virus, a
cloned murine sarcoma virus with spleen focus-forming
properties in adult mice. J. Virol. 33:573-582.

25. Reddy, E. P., M. J. Smith, and S. A. Aaronson. 1981.
Complete nucleotide sequence and organization of the
Moloney murine sarcoma virus genome. Science 214:445-
450.

26. Roussel, M., S. Saule, C. Lagron, C. Romnens, H. Beng,
T. Graf, and D. Stebelin. 1979. Three new types of viral
oncogene of cellular origin specific for haematopoietic cell
transformation. Nature (London) 281:452-455.

27. Rucetti, S., D. Llnemeyer, J. Feld, D. Troxler, ad E.
Scolnkk. 1978. Type-specific radioimmunoassays for the
gp7os of mink cell focus-inducing murine leukemia vims-
es: expression of a cross-reacting antigen in cells infected
with the Friend strain ofthe spleen focus-forming virus. J.
Exp. Med. 148:654-663.

28. Rwcettl, S. K., D. Lnemeyer, J. FeDd, D. Troxiler, and
E. M. ScolnFck. 1979. Characterization of a protein found
in cells infected with the spleen focus-forming virus that
shares immunological cross-reactivity with the gp7O found
in mink cell focus-inducing virus particles. J. Virol.
30:787-798.

29. Ruscett, S. K., D. Troxiler, D. Llnemeyer, and E. Scolnlck.
1980. Three distinct strains of spleen focus-forming virus:
comparison of their genomes and translational products.
J. Virol. 33:140-151.

30. Sabran, J. L., T. W. Hsu, C. Yeater, A. Kaji, W. S.
Maon, and J. Taylor. 1979. Analysis of integrated avian
RNA tumor virus DNA in transformed chicken, duck, and
quail fibroblasts. J. Virol. 29:170-178.

31. Scher, C. D., E. M. Sconlck, and R. Siegler. 1975.
Induction of erythroid leukemia by the Harvey and Kir-
sten sarcoma viruses. Nature (London) 256:225-227.

32. Schultz, A. M., S. K. Ruscett, E. M. Scolnlck, and S.
Oroszlan. 1980. The env-gene of the spleen focus-forming
virus lacks expression of p15(E) determinants. Virology
107:537-542.

33. Shib, T. Y., D. R. WUiams, M. 0. Weeks, J. M. Maryak,
W. C. Vass, and E. M. Sconck. 1978. Comparison of the
genomic organization of Kirsten and Harvey sarcoma
virus. J. Virol. 27:45-55.

34. ShIb, T. Y., M. 0. Weeks, H. A. Young, and E. M.
Scol9nck. 1979. Identification of a sarcoma virus coded
phosphoprotein in nonproducer cells transformed by Kir-
sten or Harvey murine sarcoma virus. Virology 96:64-79.

35. Shib, T. Y., M. 0. Weeks, H. A. Young, and E. M.
Scolnick. 1979. P21 of Kirsten murine sarcoma virus is
thermolabile in a viral mutant temperature sensitive for
the maintenance of transformation. J. Virol. 31:546-556.

36. Shlnnlk, T. M., R. A. Lerner, and J. G. Sutcife. 1981.
Nucleotide sequence of Moloney murine leukemia virus.
Nature (London) 293:543-548.

37. Steeves, R. A. 1975. Spleen focus-forming virus in Friend
and Rauscher leukemia virus preparations. J. Natl. Can-
cer Inst. 54:289-297.

38. Troiler, D. H., J. Boyars, W. P. Parks, and E. M.
Scoinlck. 1977. Friend strain of spleen focus-forming
virus: a recombinant between mouse type C ecotropic
viral sequences and sequences related to xenotropic virus.
J. Virol. 22:361-372.

39. Troxler, D. H., D. Lowy, R. Howk, H. Young, and E. M.
Scolnlck. 1977. Friend strain of spleen focus-forming virus
is a recombinant between ecotropic murine type-C virus
and the env gene region of xenotropic type-C virus. Proc.
Natl. Acad. Sci. U.S.A. 74:4671-4675.

40. Troxiler, D. H., W. P. Parks, W. C. Vass, and E. M.
Scolndck. 1977. Isolation of a fibroblast non-producer cell
line containing the Friend strain of the spleen focus-
forming virus. Virology 76:606-615.

41. Tdablis, P. N., and J. M. Coffin. 1980. Role of the C region
in relative growth rates of endogenous and exogenous
avian oncoviruses. Cold Spring Harbor Symp. Quant.
Biol. 44:1123-1132.

42. Van Beveren, C., J. G. Goddard, A. Berns, and I. M.
Verma. 1980. Structure of Moloney murine leukemia viral
DNA: nucleotide sequence of the 5' long terminal repeat
and adjacent cellular sequences. Proc. Natl. Acad. Sci.
U.S.A. 77:3307-3311.

43. Waneck, G. L., and N. Rosenberg. 1981. Abelson leuke-
mia virus induces lymphoid and erythroid colonies in
infected fetal cell cultures. Cell 26:79-89.

44. Witte, O. N., N. Rosenberg, M. Paskind, A. Shields, and D.
Batimore. 1978. Identification of an Abelson murine
leukemia virus-encoded protein present in transformed
fibroblast and lymphoid cells. Proc. Natl. Acad. Sci.
U.S.A. 75:2488-2492.

45. Yamamoto, Y., C. L. Gamble, S. P. Clark, A. Joyner, T.
Shibuya, M. E. MacDonald, D. Mager, A. BernsteIn, and
T. W. Mak. 1981. Clonal analysis of early and late stages
of erythroleukemia induced by molecular clones of inte-
grated spleen focus-forming virus. Proc. Natl. Acad. Sci.
U.S.A. 78:6893-6897.

VOL. 43, 1982


