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PRODUCTION OF ATTENUATED RESPIRATOR؟ SYNCYTIAL 
VIRUS VACCINES FROM CLONED NUCLEOTIDE SEQUENCES

Related Applications
The present application claims the benefit Qf and is 

a continuation-in-part of u.s. Provisional application Nos. 
60/047,634, filed May 23, 1997, 60/046,141, filed May 9, 1997, 
and 60/021,773, filed July 15, 1996, each of which is 
incorporated herein by reference.

Background of the Invention
Human respiratory syncytial virus (RSV) outranks all 

other microbial pathogens as a cause ◦f pneumonia and 
bronchiolitis in infants under one year of age. Virtually all 
children are infected by two years of age, and reinfection 
occurs with appreciable frequency in older children and young 
adults (Chanock et al., in viral Infections of Humans 3 حمrd 
ed., A.s. Evans, ed.. Plenum Press, Ν.Υ. (1989〉). RSV is 
responsible for more than One in five pediatric hospital 
admissions due to respiratory tract disease, and causes an 
estimated 91,000 hospitalizations and 4,500 deaths yearly in 
the United States alone. Although most healthy adults dO not 
have serious disease due to RSV infection, elderly patients 
and immunocompromised individuals often suffer severe and 
possibly life-threatening infections from this pathogen.

Despite decades of investigation to develop 
effective vaccine agents against RSV, no safe and effective 
vaccine has yet been achieved to prevent the severe morbidity 
and significant mortality associated with RSV infection. 
Failure to develop successful vaccines relates in part to the 
fact that small infants have diminished serum and secretory 
antibody responses to RSV antigens. Thus, these individuals 
suffer more severe infections from RSV, whereas cumulative 
immunity appears to protect older children and adults against 
more serious impacts of the virus. One antiviral compound, 
ribavarin, has shown promise in the treatment of severely 
infected infants, although there is no indication that it
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shortens the duration of hospitalization or diminishes the 
infant's need for supportive therapy.

The mechanisms of immunity in RSV infection have 
recently come into focus. Secretory antibodies appear to be 
most important in protecting the upper respiratory tract, 
whereas high levels ◦f serum antibodies are thought to have a 
major role in resistance to RSV infection in the lower 
respiratory tract. Purified human immunoglobulin containing a 
high titer Of neutralizing antibodies to RSV may prove useful 
in some instances Of immunotherapeutic approaches for serious 
lower respiratory tract disease in infants and young children. 
Immune globulin preparations, however* suffer from several 
disadvantages, such as the possibility of transmitting 
blood-borne viruses and difficulty and expense in preparation 
and storage.

Formalin-inactivated virus vaccine was tested 
against RSV in the mid-1960s, but failed to protect against 
RSV infection or disease, and in fact exacerbated symptoms 
during subsequent infection by the virus. (Kim et al., Am. J. 
Epidemiol.1969) 434-89:422 ثم), chin et al٠, Am Ji Epidemiol ٠r 
89:449-463 (1969); Kapikian et al., Am٠ J. Epidemiol./
89:405-421 (1969)).

More recently, vaccine development for RSV has 
focused on attenuated RSV mutants. Friedewald et al., ط 

Атпег. Med. Assoc. 204:690-694 (1968) reported a cold passaged 
mutant of RSV (cpRSV) which appeared to be sufficiently 
attenuated to be a candidate vaccine. This mutant exhibited a 
slight increased efficiency of growth at 2б٥с compared to its 
wild-type parental virus, but its replication was neither 
temperature sensitive nor significantly cold-adapted. The 
cold-passaged mutant, however, was attenuated for adults. 
Although satisfactorily attenuated and immunogenic for infants 
and children who had been previously infected with RSV (i.e., 
seropositive individuals)z the cpRSV mutant retained 3 low 
level virulence for the upper respiratory tract of 
seronegative infants.

Similarly, Gharpure et al., J. Virol. 3:414-421 
(1969) reported the isolation of temperature sensitive RSV
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(tsRSV) mutants which also were promising vaccine candidates. 
One mutant, ts-1/ was evaluated extensively in the laboratory 
and in volunteers. The mutant produced asymptomatic infection 
in adult volunteers and conferred resistance tO challenge with 
wild-type virus 45 days after immunization. Again, while 
seropositive infants and children underwent asymptomatic 
infection, seronegative infants developed signs ◦f rhinitis 
and other mild symptoms ٠ Furthermore, instability Of the ts 
phenotype was detected, although virus exhibiting a partial or 
complete loss of temperature sensitivity represented a small 
proportion of virus recoverable from vaccinees, and was not 
associated with signs of disease other than mild rhinitis.

These and other studies revealed that certain 
cold-passaged and temperature sensitive RSV strains were 
underattenuated and caused mild symptoms of disease in some 
vaccinees, particularly seronegative infants, while others 
were overattenuated and failed to replicate sufficiently to 
elicit a protective immune response, (Wright et al.. Infect. 
Immun,1982) 37：397١400 تم)〉. Moreover, genetic instability of 
candidate vaccine mutants has resulted in loss of their 
temperature-sensitive phenotype, further hindering development 
of effective RSV vaccines. See generally, HOdes et al٠, Proc. 
Soc. Exp.. Biol. Med. 145:1158-1164 (1974), McIntosh et al.,
Pediatr. Res I 8：1974) 6 ة89ا6و )/ and Belshe et al ٠, ل ■ Med. 
Virol./ 3:101-110 (1978)•

Abandoning the attenuated RS virus vaccine approach, 
investigators tested potential subunit vaccine candidates 
using purified RS virus envelope glycoproteins from lysates of 
infected cells. The glycoproteins induced resistance to RS 
virus infection in the lungs of cotton rats, Walsh et al., شلف 
Infect. Dis. 155:1198-1204 (1987〉， but the antibodies had 
very weak neutralizing activity and immunization of rodents 
with purified subunit vaccine led tO disease potentiation 
(Murphy et اة., Vaccine 8:497-502 (1990)).

Vaccinia virus recombinant-based vaccines which 
express the F or G envelope glycoprotein have also been 
explored. These recombinants express RSV glycoproteins which 
are indistinguishable from the authentic viral counterpart.
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and small rodents infected intradermally with the vaccinia-RSV 
F and G recoÉinant viruses developed high levels of specific 
antibodies that neutralized viral infectivity. Indeed, 
infection of cotton rats with vaccinia-F recombinants 
stimulated almost complete resistance to replication ◦f RSV in 
the lower respiratory tract and significant resistance in the 
upper tract. Olmsted et al٠, Proc٠ Natl, Acad. Sci. USA 
83:7462-7466 (1986). However, immunization of chimpanzees 
with vaccinia F and vaccinia G recombinant provided almost no 
protection against RSV challenge in the upper respiratory 
tract (Collins et al., Vaccine 8:164-168 (199◦)) and
inconsistent protection in the lower respiratory tract (Crowe 
et al·. Vaccine 11:1395-1404 (1 93)•

The unfulfilled promises of attenuated RSV strains, 
subunit vaccines, and other strategies for RSV vaccine 
development underscores a need for new methods to identify 
genetic targets for recombinant engineering of novel RSV 
vaccines, and to develop methods for manipulating recombinant 
RSV to incorporate genetic changes to yield new phenotypic 
properties in viable, attenuated RSV recombinants. However, 
manipulation of the genomic RNA of RSV and other 
negative-sense RNA viruses has heretofore proven difficult. 
Major obstacles in this regard include 뀨아卜infectivity of 
naked genomic RNA of these viruses, poor viral growth in 
tissue culture, lengthy replication cycles, virion 
instability, a complex genome, and a refractory organization 
of gene products.

Methods for direct genetic manipulation of 
nonsegmented, negative stranded RNA viruses have only recently 
begun to be developed (for reviews, see Conzelmann, J. Gen. 
Virol. 77:381-89 (1996); Palese et al., Proc. Natl. Acad. Sci. 
U.S.A. 93:11354-58, (1996)). Successful rescue has been
achieved for infectious rabies virus, vesicular stomatitis 
virus (VSV), measles virus, and Sendai virus from cDNA-encoded 
antigenomic RNA in the presence of the nucleocapsid N/ 
phosphoprotein p, and large polymerase subunit L (Garcin et 
al., EMBO J. 14:6087-6094 (1995); Lawson et al., Proc, Natl.
Açad٠ Sci, U٠S٠A. 92:4477-81 (1995); Radecke et �1ة  EMBO J٠_
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14:5773-5784 (1995〉，· Schnell et al ٠ , EMBQ J٠ 13:4195-203
(1994)； Whelan et al.' Proc. Natl, Acad. Sei. U.S.A.
92:8388-92 (1995)). Successful rescue of RSV also requires an 
additional protein, the Μ2 ORFl transcriptional elongation 
factor (Collins et al., Proc, Natl. Acad. 5ci. USA 92:11563-7 
(1995)).

Rescue Of infectious RSV has been complicated by a 
number of factors. specifically, RSV possesses several 
properties which distinguish it and other members of the genus 
Pneinnovirus from better characterized paramyxoviruses of the 
genera Paramyxovirus, Rubulavirus and Morbillivirus. These 
differences include a greater number of mRNAs, an unusual gene 
Order at the 3' end of the genome, species-^o-species 
variability in the order of the glycoprotein and Μ2 genes, a 
greater diversity in intergenic regions, an attachment protein 
that exhibits mucin-like characteristics, extensive strain-to- 
strain sequence diversity, and several proteins not found in 
other nonsegmented negative stranded RNA viruses.

In view of the foregoing, an urgent need exists in 
the art for tools and methods to engineer safe and effective 
vaccines to alleviate the serious health problems attributable 
to RSV, particularly illnesses among infants and children. 
Quite surprisingly, the present invention satisfies these and 
other related needs.

Summary of The Invention
The present invention provides novel methods and 

compositions for designing and producing isolated attenuated 
respiratory syncytial virus (RSV). RSV Of the invention are 
either biologically derived from wild-type or selected RSV 
mutant parental stocks or are recoÉinantly engineered to 
incorporate phenotype-specific genetic changes. RSV designed 
and selected for vaccine use have at least two and sometimes 
at least three attenuating mutations. In one embodiment, at 
least one attenuating mutation occurs in the RSV polymerase 
gene and involves a nucleotide substitution specifying an 
amino acid change in the polymerase protein resulting in a 
temperature-sensitive (ts) phenotype. Exemplary biologically
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derived and recombinant RSV incorporate One Or more nucleotide 
substitutions in the large pol^erase gene L resulting in an
amino acid change at amino acid Phe52i， GlngH' 9 حللحجأة٠  or آ32ً�٧نمإ  

as exemplified by the changes, Leu for Phe521, Leu for Glne3if 

Val for and Asn for Tyr^32i · Alternately or
additionally, RSV of the invention may comprise a nucleotide 
substitution in a different RSV gene, e٠g٠, in the Μ2 gene.

Attenuating mutations may be selected in coding 
portions of a RSV gene, or in a non-coding portion such as a 
cis-regulatory sequence. Exemplary non-coding mutations 
include single or multiple base changes in a gene start 
sequence, as exemplified by a single or multiple base 
substitution in the Μ2 gene start sequence at nucleotide 7605. 
Preferably, two or three mutations are incorporated in a codon 
specifying an attenuating mutation, e.g., in a codon 
specifying a ts mutation at amino acid PheS2n Gin。！， Metnes, or 
Tyr!32i, thereby decreasing any likelihood of reversion from 
the ts phenotype.

In other embodiments of the invention, biologically 
derived or recombinant RSV are selected or engineered to 
incorporate at least two attenuating ts mutations, e.g., in 
the polymerase gene at amino acid Phe2؛i and للخعلمةو  as 
exemplified by the novel, biologically derived vaccine strain 
cpts-530/l009, ATCC No ٠ VR 2451, at Phe52i and ΤγϊΐΏΐ， as 
exemplified by the biologically derived strain cpts-53O/lO3O, 
ATCC No. VR 2455, at 0 عا33ل , and the Μ2 gene start mutation at 
nt 7605, as exemplified by the biologically derived RSV strain 
cpts-248/404, ATCC NO. VR 2454, or at the Μ2 gene start 
mutation at nt 7605, and Phe52i as exemplified by the 
recombinant RSV rA2cp/248/4O4/53O٠

Biologically derived RSV into which selected 
attenuating mutations can be introduced include wild-type RSVr 
a host range-restricted cold-passaged RSV, a cold adapted 
mutant of host range-restricted cold-passaged RSV, or a 
temperature sensitive strain. For example, the cold-passaged 
respiratory syncytial virus can be the cpRSV strain, including 
cpRSV into which at least two temperature-sensitive mutations 
have been introduced. The attenuated RSV virus can be
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subgroup A, as exemplified by cpts RSV 248 (ATCC VR 2450)د 

cpts 248/404 (ATCC VR 2454), cpts 248/955 (ATCC VR 2453), cpts 
RSV 530 (ATCC VR 2452〉， cpts 530/1009 (ATCC VR 2451), or cpts 
530/1030 (ATCC VR 2455〉， or subgroup B, as exemplified by Β-1 
cp52/2B5 (ATCC VR 2542) or Β-1 cp-23, each deposited under the 
terms ◦f the Budapest Treaty with the American Type Culture 
Collection (ATCC) of 12301 Parklawn Drive, Rockville, Maryland 
20852, U.S.A٠, and granted the above identified accession 
numbers .

In another aspect Of the invention, an isolated 
infectious recombinant RSV is provided which is generated from 
a RSV genome or antigenome, a nucleocapsid (N) protein, a 
nucleocapsid phosphoprotein (p), a large (L) polymerase 
protein, and an RNA polymerase elongation factor. The RNA 
pol^erase elongation factor can be M2ÍORF1) of RSV. The 
isolated infectious RSV can be a viral or subviral particle· 
The genome or antigenome can comprise a wild-type RSV
sequence, a biologically derived mutant sequence specifying an 
attenuated phenotype, or a recombinant RSV sequence encoding a 
wild-type RSV genome or antigenome or a recombinantly modified 
RSV sequence comprising an engineered mutation or combination 
of mutations not found in any biologically derived RSV strain·

The infectious RSV clone can incorporate coding or 
non-coding nucleotide sequences from any RSV or RSV-like 
virus, e٠g٠, human, bovine or, murine RSV (pneumonia virus of 
mice, or avian RSV (turkey rhinotracheitis virus, or from 
another virus, e.g., parainfluenza virus (PIV) ، In exemplary 
aspects, the recombinant RSV comprises a chimera of a human 
RSV genomic or antigenomic sequence recombinantly joined with 
a heterologous RSV sequence. Exemplary heterologous sequences 
include RSV sequences from one human RSV strain combined with 
sequences from a different human RSV strain (e.g., a chimera 
◦f sequences from two or more strains selected from cpts RSV 
248, cpts 248/404, cpts 248/955, cpts RSV 530, cpts 530/1009, 
or cpts 530/1030), or subgroup (e.g. a combination Of RSV 
subgroup A and subgroup B sequences), from a nonhuman RSV, or 
from another virus such as PIV.
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In one embodiment ◦f the invention, recombinant RSV 
are provided wherein the genome or antigenome is recombinantly 
altered, e.g.م compared to a wild-type or biologically derived 
mutant sequence. Mutations incorporated within recombinantly 
altered RSV clones may be selected based on their ability to 
alter expression and/or function of a selected RSV protein, 
yielding a desired phenotypic change, or for a variety of 
other purposes. Desired phenotypic changes include, e.g., 
changes in viral growth in culture, temperature sensitivity, 
plaque size, attenuation, and immunogenicity، For example, a 
polynucleotide sequence encoding the genome or antigenome can 
be modified by a nucleoide insertion, rearrangement, deletion 
or substitution t◦ specify attenuation, temperature-
sensitivity, cold-adaptation, small plaque size, host range 
restriction, alteration in gene expression, or a change in an 
immunogenic epitope.

In one aspect, recombinant RSV are provided wherein 
at least one attenuating mutation occurs in the RSV polymerase 
gene L and involves a nucleotide substitution specifying a 
(ts} phenotype. Exemplary RSV clones incorporate a nucleotide 
substitution resulting in an amino acid change in the
polymerase gene at Phe52i， Gln^, 9 ل٧ة�خجل ، or آ7لك32ت ٠  Preferably' 
two or three mutations are incorporated in a codon specifying 
an attenuating mutation. other exemplary RSV clones
incorporate at least two attenuating ts mutations.

Mutations occurring in biologically derived, 
attenuated RSV can be introduced individually or in 
combination into a full-length RSV clone, and the phenotypes 
Of rescued recombinant viruses containing the introduced 
mutations can be readily determined. In exemplary 
embodiments, amino acid changes displayed by attenuated, 
biologically-derived viruses over a wild-type RSV, for example 
changes exhibited by cold-passaged RSV (cpRSV) or a further 
attenuated RSV strain such as a temperature-sensitive 
derivative Of cpRSV (cptsRSV)/ are incorporated within 
recombinant RSV clones. These changes from a wild-type or 
biologically derived mutant RSV sequence specify desired 
characteristics in the resultant clones, e.g., an attenuated
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or further attenuated phenotype. These changes are preferably 
introduced into recoÉinant virus using two or three 
nucleotide changes compared to a corresponding wild type or 
biologically derived mutant sequence, which has the effect of 
stabilizing the mutation against genetic reversion.

The present invention also provides recombinant RSV 
having multiple, phenotype-specific mutations introduced in 
selected combinations into the genome or antigenome ◦f an 
infectious clone. This process, coupled with evaluation Of 
phenotype, provides mutant recombinant RSV having such desired 
characteristics as attenuation, temperature sensitivity, 
cold٠adaptation, small plaque size, host range restriction, 
etc. Mutations thus identified are compiled into a "menu" and 
introduced in various combinations to calibrate a vaccine 
virus to a selected level ◦f attenuation, immunogenicity and 
stability. In preferred embodiments, the invention provides 
for supplementation of one or more mutations adopted from 
biologically derived RSV, e.g., cp and ts mutations, with 
additional types of mutations involving the same or different 
genes. Target genes for mutation in this context include the 
attachment (G) protein, fusion (F) protein, small hydrophobic 
(SH), RNA binding protein (N), phosphoprotein (p), the large 
pol٠ymerase protein (L) , the transcription elongation factor 
(Μ2), Μ2 0RF2, the matrix (M) protein, and two nonstructural 
proteins, NSl and NS2٠ Each of these proteins can be 
selectively deleted, substituted or rearranged, in whole or in 
part, alone Or in combination with Other desired
modifications, to achieve novel RSV recombinants. In ◦ne 
aspect, the SH gene, is deleted to yield a recombinant RSV 
having novel phenotypic characteristics, including enhanced 
growth in vi tro and/or attenuation in vivo. In a related 
aspect, this gene deletion, or another selected, non-essential 
gene or gene segment deletion, such as a NSl or NS2 gene 
deletion is combined in a recombinant RSV with one or more 
mutations specifying an attenuated phenotype, e.g., a mutation 
adopted directly (or in modified form, e٠g٠/ by introducing 
multiple nucleotide changes in a codon specifying the 
mutation) from a biologically derived attenuated RSV mutant.
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For example, the SH gene or NS2 gene may be deleted in
combination with one or more cp and/or ts mutations adopted 
from cpts248/404, cpts530/1009/ cpts530/1030, or another
selected mutant RSV strain, to yield a recoÉinant RSV having 
increased yield Of virus, enhanced attenuation, and genetic 
resistance to reversion from an attenuated phenotype, due to 
the combined effects Of the different mutations.

In addition, a variety of Other genetic alterations 
can be produced in a recombinant RSV genome or antigenome for 
incorporation into infectious recombinant RSV, alone or 
together with One or more attenuating point mutations adopted 
from a biologically derived mutant RSV٠ Heterologous genes 
(e.g. from different RSV strains or subgroups or non-RSV 
sources) may be inserted in whole or in part, the order of 
genes changed, gene overlap removed, the RSV genome promoter 
replaced with its antigenome counterpart, portions of genes 
removed or substituted, and even entire genes deleted. 
Different Or additional modifications in the sequence can be 
made to facilitate manipulations, such as the insertion of 
unique restriction sites in various intergenic regions (e.g٠, 

a unique stul site between the G and F genes) or elsewhere. 
Nontranslated gene sequences can be removed to increase 
capacity for inserting foreign sequences.

In exemplary embodiments, individual genes, gene 
segments, or single or multiple nucleotides of one RSV may be 
substituted by counterpart sequence(s) from a heterologous RSV 
or Other source. For example, a selected, heterologous gene 
segment, such as One encoding a cytoplasmic tail,
transmembrane domain or ectodomain, an epitopic site or 
region, a binding site or region, an active site or region 
containing an active site, etc., of a selected protein from 
one RSV, can be substituted for a counterpart gene segment in 
another RSV to yield novel recombinants, for example 
recombinants expressing a chimeric protein having a 
cytoplasmic tail and/or transmembrane domain of ◦ne RSV fused 
to an ectodomain of another RSV. In one embodiment, F and/or 
G protective antigens Of one RSV strain or subgroup are 
substituted into an RSV clone of a different strain or



WO 98/02530 PCT/US97/12269 ·，

11

5

10

IS

20

25

30

35

subgroup to produce a recombinant virus capable of stimulating 
a cross-protective immune response against both strains or 
subgroups in an immunized host. In additional aspects, a 
chimeric RSV clone having a mutation involving alteration of a 
gene or gene segment, e.g., a substituted, heterologous F 
and/or G gene or gene segment, is further modified by 
introducing one or more attenuating ts or cp point mutations 
adopted from a biologically derived mutant RSV strain, e٠g٠, 

cpts248/404/ cpts530/1009, Or cpts530/l030. In yet additional 
aspects, one Or more human RSV coding or non-coding 
polynucleotides are substituted with a counterpart sequence 
from bovine or murine RSV, alone or in combination with one Or 
more selected cp or ts mutations, to yield novel attenuated 
vaccine strains. In one embodiment, 3 chimeric bovine-human 
RSV incorporates a substitution of the human RSV NP gene or 
gene segment with a counterpart bovine NP gene or gene 
segment, which chimera can optionally be constructed to 
incorporate a SH gene deletion. One or more cp or ts point 
mutations, or various combinations of these and other 
mutations disclosed herein.

Alternatively, the polynucleotide molecule encoding 
the RSV genome or antigenome can be modified to encode non٠RSV 
sequences, e٠g٠, a cytokine, a T-helper epitope, a restriction 
site marker, or a protein of a microbial pathogen (e.g., 
virus, bacterium or fungus) capable of eliciting a protective 
immune response in the intended host.

In another aspect of the invention, novel methods 
are provided for introducing the aforementioned structural and 
phenotypic changes into a recombinant RSV to yield infectious, 
attenuated vaccine viruses. In one embodiment, an expression 
vector is provided which comprises an isolated polynucleotide 
molecule encoding a RSV genome or antigenome. AlsO provided 
is the same or different expression vector comprising one or 
more isolated polynucleotide molecules encoding N, p, L and 
RNA polymerase elongation factor proteins. The vector (s) 
is/are coexpressed in a cell or cell-free lysate, thereby 
producing an infectious RSV particle. The RSV genome Or 
antigenome and the N, p, L and RNA polymerase elongation
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factor proteins can be coexpressed by the same or different 
expression vectors. In some instances the N, p, Ll and RNA 
pol：/Tnerase elongation factor proteins are each encoded on 
different expression vectors. The polynucleotide molecule 
encoding the RSV genome or antigenome is from a human, bovine 
or murine RSV sequence, or can be a chimera of different RSV 
or ηοη-RSV sequences, for example a polynucleotide containing 
sequences from a subgroup A RSV Operably joined with sequences 
from a subgroupe B RSV, or containing RSV sequences operably 
joined with PIV sequences. The RSV genome Or antigenome can 
be modified from a wild-type or biologically derived mutant 
RSV strain by insertion, rearrangement, deletion or 
substitution of one or more nucleotides, including point 
mutations, site-specific nucleotide changes, and changes 
involving entire genes or gene segments. These alterations 
typically specify a selected phenotypic change in the 
resulting recombinant RSV, such as a phenotypic change that 
results in attenuation, temperature-sensitivity, cold- 
adaptation, small plaque size, host range restriction, 
alteration in gene expression, or a change in an immunogenic 
epitope.

In other embodiments the invention provides a cell 
or" cell-free lysate containing an expression vector which 
comprises an isolated polynucleotide molecule encoding a RSV 
genome or antigenome and an expression vector which comprises 
one or more isolated polynucleotide molecules that encodes N, 
P, L and RNA polymerase elongation factor proteins Of RSV.
Upon expression the genome or antigenome and N, p, L, and RNA 
polymerase elongation factor proteins coÉine to produce an 
infectious RSV particle, such as viral or subviral particle.

The attenuated RSV of the invention is capable of 
eliciting a protective immune response in an infected human 
host, yet is sufficiently attenuated so as to not cause 
unacceptable symptoms of severe respiratory disease in the 
immunized host. The attenuated virus may be present in a cell 
culture supernatant, isolated from the culture, or partially 
or completely purified. The virus may also be lyophilized.
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and can be combined with a variety of other components for 
storage or delivery to a host, as desired.

The invention further provides novel vaccines 
comprising a physiologically acceptable carrier and/or 
adjuvant and an isolated attenuated RSV strain. In one 
embodiment, the vaccine is comprised of infectious RSV having 
at least two and sometimes three or more attenuating 
mutations, at least one of which results in a
temperature-sensitive substitution at amino acid PheS2iz GlnS31, 
Metn69 or ТуГ}321 in the respiratory syncytial virus polymerase 
gene. In other embodiments, the vaccine comprises a
recombinant, attenuated RSV. The vaccine can be formulated in 
a dose Of 103 to 106 PFU ◦f attenuated virus. The vaccine may 
comprise attenuated virus of either antigenic subgroup A or B, 
or virus of both subgroups A and B can be combined in vaccine 
formulations for more comprehensive coverage against prevalent 
RSV infections.

In other aspects the invention provides a method for 
stimulating the immune system Of an individual for more 
comprehensive coverage against prevalent RSV or to induce 
protection against RSV. The method comprises administering a 
vaccine formulated in an immunologically sufficient amount ◦f 
an attenuated respiratory syncytial virus of the invention.
In one embodiment, the vaccine comprises infectious RSV having 
multiple attenuating mutations, at least one ◦f which 
specifies a ts substitution at amino acid Phe521, Gln83p Met٦169 

or ٧٢ا32ل�  in the L gene. In alternate embodiments, the 
vaccine comprises a recombinant, attenuated RSV. The virus 
will typically be administered with an acceptable carrier 
and/or adjuvant. The method may include administering 
attenuated virus of subgroup A and/or subgroup B to the 
individual, in an amount of 10ذ to 10ة PFU to the upper 
respiratory tract by spray, droplet, aerosol, or the like. 
Generally the attenuated virus is administered intranasally to 
an individual seronegative for antibodies to said virus, or to 
an individual who possesses transplacentally acquired maternal 
anti٠RSV antibodies.
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Brief Description Qf The Drawings
Fig. 1 is a graph demonstrating the substantially 

complete correlation between the replication Of a series of 
subgroup A respiratory syncytial viruses in the lungs Of mice 
with their replication in the chimpanzee.

Figs. 2 and 3 show the construction of cDNA encoding 
RSV antigenome RNA, where Fig. 2 shows the structures of the 
cDNA and the encoded antigenome RNA (not to scale) . For the 
purposes of the present Figures, and in all subsequent 
Examples hereinbelow, the specific cDNAs and viruses used were 
of strain Α2 of subgroup A RSV. The diagram Of the antigenome 
includes the following features: the 5'-terminal nonviral G 
triplet contributed by the Τ7 promoter, the four sequence 
markers at positions 1099 (which adds one nt to the length), 
1139, 5611, and 7559 (numbering referring tO the first base of 
the new restriction site), the ribozyme and tandem Τ7 
terminators, and the single nonviral 3 م-phosphorylated u 
residue contributed to the 3' end by ribozyme cleavage (the 
site ◦f cleavage is indicated with an arrow). Note that the 
nonviral 5Z-GGG and З'-U residues are not included in length 
values given here and thereafter for the antigenome. However, 
the nucleotide insertion at position 1099 is included, and 
thus the numbering for cDNA-derived antigenome is one 
nucleotide greater* downstream Qf this position than for 
biologically derived antigenome. The 5Z to 3/ positive-sense 
sequence Qf D46 (the genome itself being negative-sense) is 
depicted in SEQ ID NO: 1, where the nucleotide at position 
four can be either c or G. Also note that the sequence 
positions assigned to restriction sites in this Figure and 
throughout are intended as a descriptive guide and do not 
alone define all of the nucleotides involved. The length 
values assigned to restriction fragments here and throughout 
also are descriptive, since length assignments may vary based 
on such facers as sticky ends left following digestion.
Cloned cDNA segments representing in aggregate the complete 
antigenome are also shown. The box illustrates the removal of 
the BamHI site from the plasmid vector, a modification that 
facilitated assembly: the naturally occurring BamHl-Sall
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fragment (the BawHl site is shown in the top line in positive 
sense, underlined) was replaced with a PCR-generated 
Bglll-Sall fragment (the Bglll site is shown in the bottom 
line, underlined; its 4-nt sticky end, shown in italics, is 
compatible with that of BamHl) . This resulted in a single nt 
change (middle line, underlined) which was silent at the amino 
acid level. Fig. 3 shows the sequence markers contained in 
the cDNA٠encoded antigenome RNA, where sequences are positive 
sense and numbered relative to the first nt of the leader 
region complement as 1; identities between strains Α2 and 
18537, representing RSV subgroups A and B, respectively, are 
indicated with dots; sequences representing restriction sites 
in the cDNA are underlined; gene-start (GS) and gene-end (GE) 
transcription signals are boxed; the initiation codon Of the N 
translational Open reading frame at position 1141 is 
italicized, and the restriction sites are shown underneath 
each sequence. In the top sequence, a single c residue was 
inserted at position 1099 to create an 11ل؛د site in the NS2-N 
intergenic region, and the AG at positions 1139 and 1140 
immediately upstream ◦f the N translational ◦pen reading frame 
were replaced with cc to create a new Ncol site. In the 
middle sequence, substitution of G and u at positions 5612 and 
5616, respectively, created a new stul site in the G-F 
intergenic region. In the bottom sequence, a c replacement at 
position 7560 created a new SphI site in the F٠M2 intergenic 
region.

Fig. 4 illustrates structures of cDNAs 
(approximately to scale) involved in the insertion of 
mutations, assembly ◦f complete antigenome constructs, and 
recovery of recombinant virus. Four types of mutations were 
inserted into the pUC118- or püC119-b٠rne cDNA subclOnes shown 
in the bottom row, namely six silent restriction sites in the 
L gene (underlined over the D53 diagram on the tOp), two HEK 
changes in the F gene (H), five cp changes (cp), and the 
mutations specific to the various biological mutagenesis 
steps: 248, 404, 530, 1009, and 1030 (as indicated). The
mutagenized subclones were inserted into the D50 (representing 
the RSV antigenome from the leader to the beginning of the Μ2-
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L overlap with the Τ7 promoter immediately upstream of the 
leader) Or D39 (representing the RSV antigenome from the M2-L 
overlap tO the trailer with the ribozyme and Τ7 terminators 
immediately downstream of the trailer) intermediate plasmids 
shown in the middle row٠ The appropriate D50 and D39 were 
assembled into full-length D53 antigenome cDNA as shown on the 
top row (RTT indicates the location of the hammer-head 
ribozyme followed by two Τ7 transcription terminators).

Fig. 5 provides maps Of six mutant antigenome cDNAs 
which were used to recover recombinant RSV. The ts phenotypes 
Of the recombinants are summarized on the right of the figure.

Fig. 6 shows construction Of D46/1024CAT cDNA 
encoding an RSV antigenome containing the CAT ORF flanked by 
RSV transcription signals (not to scale, RSV-specific segments 
are shown as filled boxes and CAT sequence as an open box).
The source Of the CAT gene transcription cassette was RSV-CAT 
minigenome CDNA 6196 (diagram at top). The RSV-CAT minigenome 
contains the leader region, GS and GE signals, noncoding (NC) 
RSV gene sequences, and the CAT ORF, with Xmal restriction 
endonuclease sites preceding the GS signal and following the 
GE signal. The nucleotide lengths ◦f these elements are 
indicated, and the sequences (positive-sense》 surrounding the 
 sites are shown above the diagram. A 8-nucleotide Xmal قد1
linker was inserted into تلاًحك site of the parental plasmid D46 
to construct the plasmid D46/lO24٠ D46 is the complete
antigenome cDNA and is equivalent to D53； the difference in 
nomenclature is to denote that these represent two different 
preparations. The Xma~XmaI fragment Of the plasmid 6196 was 
inserted into the plasmid D46/1024 to construct the plasmid 
D46/1024CAT. The RNA encoded by the D46 cDNA is shown at the 
bottom, including the three 5'-terminal nonviral G residues 
contributed by the Τ7 promoter and the 3'-terminal
phosphorylated u residue contributed by cleavage of the 
hammerhead ribozyme; the nucleotide lengths given for the 
antigenome dO not include these nonviral nucleotides. The L 
gene is drawn Offset to indicate the gene overlap.

Fig. 7 is a diagram (not to scale) Of the parental 
wild type D46 plasmid encoding an RSV antigenome (top) , and
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the 368 لا4ج/ة  derivative in which the SH gene has been deleted 
(bottom) . The RSV genes are shown as Open rectangles with the 
GS and GE transcription signals shown as filled boxes On the 
upstream and downstream ends, respectively. The Τ7 phage 
promoter (left) and hammerhead ribozyme and Τ7 terminators 
used to generate the 3' end of the RNA transcript (right) are 
shown as small open boxes. The Seal and Pacl fragment of D46 
was replaced with a short synthetic fragment, resulting in 
D46/6368، The sequence flanking the SH gene in D46, and the 
sequence of the engineered region in D46/6368, are each shown 
framed in a box over the respective plasmid map. The sequence 
of the Scal-Pacl fragment in D46, and its replacement in 
046/6368/ are shown in bold and demarcated with arrows facing 
upward. The M GE, SH GS, SH GE and G GS sites are indicated 
with overlining. The new M-G intergenic region in D46/6368 is 
labeled 65 in the diagram at the bottom to indicate its 
nucleotide length. The positive-sense Τ7 transcript Of the 
SH-minus D46/6368 construct is illustrated at the bottom; the 
three 5'-terminal nonviral G residues contributed by the Τ7 
promoter and the 3تم-terminal u residue are shown (Collins, et 
al. 1995/ Proc. Natl. Acad. Sci. USA 92:11563-11567,
incorporated herein by reference). These nonviral nucleotides 
are nOt included in length measurements.

Fig. 8 provides results Of RT-PCR analysis of total 
intracellular RNA from cells infected with the D46 wild type 
or D46/6368 SH-minus virus to confirm the deletion in the SH 
locus. RT was performed with a positive-sense primer that 
anneals upstream of the SH gene, and the PCR employed in 
addition a negative-sense primer that anneals downstream Of 
the SH gene. Lanes: (1 and 5) markers consisting of the 1 Kb 
DNA ladder (Life Technologies, Gaithersburg, MD);⑵ D46/6368 
RNA subjected to RT-PCR; (3) D46 RNA subjected to RT-PCR; (4) 
D46/6368 RNA subjected to PCR alone. PCR products were 
electrophoresed on a 2.5¾ agarose gel and stained with 
ethidium bromide. Nucleotides lengths of some marker DNA 
fragments are shown to the right.

Fig. 9 shows Northern blot hybridization Of RNAs 
encoded by the D46 wild type and D46/6368 SH-minus virus.
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Total intracellular RNA was isolated from infected cells and 
subjected tO oligo(dT) chromatography without a prior 
denaturation step, conditions under which the selected RNA 
also includes genomic RNA due to sandwich hybridization. RNAs 
were electrophoresed on formaldehyde-agarose gels and blotted 
onto nitrocellulose membrane. Replicate blots were hybridized 
individually with [32p]-labeled DNA probes Of the M, SH, G, F, 
Μ2, or L genes, as indicated. Lanes:⑴ D46/6368 RNA；⑵ D46 
RNA，⑶ uninfected HEp-2 cell RNA٠ Positions of the genomic 
RNA (gen.), mRNAs (large letters) and read-through transcripts 
(small letters) are shown on the left. The positions of the 
read-through transcripts Ρ-Μ and M-G (M probe) coincide, as 
well as the positions of G-F and F-M2 transcripts (F probe) . 
The positions Of the 0.24-9.5 kb RNA ladder molecular weight 
markers (Life Technologies), which was run in parallel and 
visualized by hybridization with [32?]-labeled DNA of phage 
lambda, are shown on the right.

Fig. 10 shows SDS-PAGE of [ ت5ج ] -labeled RSV proteins 
synthesized in HEp-2 cells infected with the D46 wild type or 
D46/6368 SH-minus virus. Proteins were subjected to
immunoprecipitation with antiserum raised against purified 
virions and analyzed by electrophoresis in pre٠cast gradient 
4¾ - 20% Tris-glycine gels (Novex, San Diego, CA) . Positions 
Of viral proteins are indicated to the left; positions and 
molecular masses (in kilodaltons) of marker proteins 
(Kaleiaoscope Prestained Standards, Bio-Rad, Richmond, CA), 
are shown to the right.

Figs. 11-13 provide growth curves for D46 wild type 
and D46/6368 SH-minus viruses in HEp-2 cells (Fig. 11) , 293 
cells (Fig. 12), and AGMK-21 cells (Fig. 13). Triplicate cell 
monolayers in 25-cm2 culture flasks were infected with 2 PFU 
per cell of either virus, and incubated at 37٥c. Aliquots 
were taken at indicated time points, stored at -7O٠C, and 
titrated in parallel by plaque assay with antibody staining. 
Each point shown is the average titer ◦f three infected cell 
monolayers.

Figs. 14 and 15 show kinetics of virus replication 
in the upper (Fig. 14) and lower (Fig. 15) respiratory tract
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Of mice inoculated intranasally with the D46 wild type virus, 
D46/6368 SH-minus virus, or the biologically-derived 
cpts248/404 virus. Mice in groups Of 24 were inoculated 
intranasally with 106 PFU of the indicated virus. six mice 
from each group were sacrificed on the indicated day and the 
nasal turbinates and lung tissues were removed and 
homogenized, and levels ◦f infectious vims were determined by 
plaque assay on individual specimens and mean log^ titers were 
determined.

Fig. 16 shows a comparison of the transcription 
products and gene order of SH-minus vims compared to its wild 
type counterpart. The upper panel summarizes an analysis of 
the amounts ◦f certain mRNAs produced by the SH-minus virus 
compared with the wild type parent recombinant virus.
Intracellular mRNAs were isolated from cells infected with the 
SH-minus or wild type vims and analyzed by Northern blot 
hybridization with gene-specific probes. The amount of 
hybridized radioactivity was quantitated, and the relative 
abundance ◦f each individual mRNA produced by the SH-minus 
virus versus its wild type parent is shown. The lower panel 
shows the gene order of the wild type virus from the M gene 
(position 5 in the gene order) to the L gene (position 10〉. 

This is compared to that of the SH-minus virus, in which the 
positions in the gene order Of the G, F, Μ2 and L genes are 
altered due to deletion of the SH gene.

Fig. 17 depicts the D46 antigenome plasmid which was 
modified by deletion ◦f the SH gene in such a way as to not 
insert any heterologous sequence into the recombinant virus. 
The sequence flanking the SH gene depicted at the top. The 
MGE, Μ-SH intergenic (IG), SH GS, SH GE and SH-G IG sequences 
are shown. The area which was removed by the deletion is 
underlined, with the deletion points indicated with upward 
pointing triangles. The antigenome resulting from this 
deletion is D46/6340.

Fig. 18 depicts the introduction Of tandem 
translation stop codons into the translational open reading 
frame (ORF) encoding the NS2 protein. Plasmid D13 contains 
the left end of the antigenome cDNA, including the Τ7 promoter
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(shaded box), the leader region, and the NSI, NS2, N, P, M and 
SH genes. Only the cDNA insert of D13 is shewn. The Aatll- 
Aflll fragment containing the Τ7 promoter and NSl and NS2 
genes was subcloned into a pGem vector, and site-directed 
mutagenesis was used to modify the NS2 ORF in the region 
illustrated by the sequence. The wild type sequence of codons 
18 to 26 is shown (the encoded amino acids are indicated 
below), and the three nucleotides above are the three 
substitutions which were made to introduce two termination 
codOns (ter) and an Xhol site (underlined) as a marker. The 
resulting cDNA and subsequent recovered vims are referred to 
as NS2-knockout (KO) ٠

Fig٠ 19 compares production of infectious virus by 
wild type RSV (D53) versus NS2٠knockout RSV in HEp-2 cells. 
Triplicate monolayers were infected with either virus at an 
input moi of three pfu/cell, and samples were taken at the 
indicated intervals and quantitated by plaque assay and 
immunostaining.

Fig. 20 depicts alteration of gene-end (GE) signals 
of the NSl and NS2 genes. The cDNA insert of plasmid D13, 
representing the left hand end of the antigenome cDNA from the 
Τ7 promoter (shaded) to the Pad site at position 4623, is 
shown. The Aatl-Aflll fragment containing the Τ7 promoter and 
the NSl and NS2 genes was subcloned into a pGem vector. It 
was modified by site-directed mutagenesis simultaneously at 
two sites, namely the NSl and NS2 GE signals were each 
modified to be identical tO that found in nature for the N 
gene. The sequences Of the wild type NSl and NS2 GE signals 
are shown (and identified by sequence position relative to the 
complete antigenome sequence), and the nucleotide
substitutions are shown above the line. The dash in the wild 
type sequence of the NS2 GE signal indicates that the mutation 
increased the length of the GE signal by one nucleotide.

Fig. 21 depicts the deletion of the polynucleotide 
sequence encoding the NSl protein. The left hand part ◦f the 
D13 cDNA is shown at the bottom: D13 contains the left hand 
part ◦f the antigenome cDNA, from the leader to the end of the 
SH gene, with the Τ7 promoter immediately upstream of the
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leader. The sequence on either side of the deletion point 
(upward arrow) is shown on top. The deletion spans from 
immediately before the translational start site of the NSl ORF 
to immediately before that of the NS2 ORF. Thus, it has the 
effect ◦f fusing the NSl GS and upstream noncoding region to 
the NS2 ORF. This precludes the disruption ◦f any cis-acting 
sequence elements which might extend into the NSl gene due to 
its leader-proximal locatif.

Fig. 22 depicts the deletion of the polynucleotide 
sequence encoding the NS2 mRNA، As described above, the left 
hand part of the D13 cDNA is shown along with the sequence on 
either side Of the deletion point (upward arrow). The 
deletion spans from immediately downstream of the NSl gene to 

immediately downstream Of the NS2 gene. Thus, the sequence 
encoding the NS2 mRNA has been deleted in its entirety, but no 
other sequence has been disrupted. The resulting cDNA and 
subsequent recovered recombinant virus are referred to as

جكع٦قة٠

Fig. 23 depicts the ablation Of the translational 
start site for the secreted form of the G protein. The 298- 
amino acid G protein is shown as an open rectangle with the 
signal-anchor sequence filled in. The amino acid sequence for 
positions 45 亡〇 53 is shown overhead to illustrate two 
nucleotide substitutions which change amino acid 48 from 
methionine to isoleucine and amino acid 49 from isoleucine to 
valine. The former mutation eliminates the translational 
start site for the secreted form. The two mutations also 
create an Mfel site, which provides a convenient method for 
detecting the mutation. The resulting cDNA and subsequent 
recovered virus are referred to as Μ48Ι (methionine-48 to 
isoleucine-48).

Fig٠ 24 shows the results of ة comparison ◦f 
production of infectious virus by wild type RSV (D53) versus 
that ◦f two isolates of recovered D53/M481 membrane G mutant 
vims.
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Description Of The Specific Embodiments
The present invention provides biologically derived 

and recombinant RSV suitable for vaccine use in humans. 
Attenuated RSV described herein are produced by introducing 
and/or combining specific attenuating mutations into 
incompletely attenuated strains ◦f RSV, such as a temperature 
sensitive (ts) or cold-passaged (cp) RS virus, or into wild- 
type virus, e.g. RSV strain Α2 ٠ The mutations in biologically 
derived RSV may occur naturally or may be introduced into 
selected RSV strains by well known mutagenesis Or similar 
procedures. For example, incompletely attenuated parental RSV 
strains can be produced by chemical mutagenesis during vims 
growth in cell cultures to which a chemical mutagen has been 
added, by selection Of virus that has been subjected to 
passage at suboptimal temperatures in order to introduce 
growth restriction mutations, or by selection of a mutagenized 
virus that produces small plaques (sp) in cell culture, as 
generally described herein and in USSK 08/327,263, 
incorporated herein by reference.

By "biologically derived RSV” is meant any RSV not 
produced by recoÉinant means. Thus, biologically derived RSV 
include naturally occurring RSV ◦f all subgroups and strains, 
including, e.g٠, naturally occurring RSV having a wild-type 
genomic sequence and RSV having genomic variations from a 
reference wild-type RSV sequence, e.g., RSV having a mutation 
specifying an attenuated phenotype. Likewise, biologically 
derived RSV include RSV mutants derived from a parental RSV 
strain by, inter aliat artificial mutagenesis and selection 
procedures .

To produce a satisfactorily attenuated RS virus of 
the invention, mutations are preferably introduced into a 
parental viral strain which has been incompletely or partially 
attenuated, such as the ts-1 or ts-4 mutant, or cpRSV. For 
virus ◦f subgroup А/ the incompletely attenuated parental 
virus is preferably ts-1 or ts-ING or cpRSV, which are widely 
known mutants of the Α2 strain of subgroup A, Or derivatives 
or subclones thereof. In other embodiments the specific 
mutations which are associated with attenuated phenotypes are
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identified and introduced into strains suitable for vaccine 
use. The strains into which the specific attenuating 
mutations are introduced can be wild-type virus or can be 
already partially attenuated, in which case the additional 
mutation(s) further attenuate the strain, e.g., to a desired 
level of restricted replication in a mammalian host while 
retaining sufficient immunogenicity tO confer protection in 
vaccinees.

Partially attenuated mutants of the subgroup A or B 
virus can be produced by biologically cloning wild،type virus 
in an acceptable cell substrate and developing cold-passaged 
mutants thereof, subjecting the virus to chemical mutagenesis 
to produce ts mutants, or selecting small plaque or similar 
phenotypic mutants thereof (see, e.g., Murphy et al.. 
International Publication wo 93/21310, incorporated herein by 
reference) . For virus of subgroup B, an exemplary, partially 
attenuated parental virus is cp 52/2Β5, which is a mutant of 
the BI strain Of subgroup B. The various selection techniques 
may be combined to produce partially attenuated mutants from 
non-attenuated subgroup A or B strains which are useful for 
further derivatization as described herein. Further, 
mutations specifying attenuated phenotypes may be introduced 
individually or in combination in incompletely attenuated 
subgroup AorB virus to produce vaccine virus having 
multiple, defined attenuating mutations that confer a desired 
level of attenuation and immunogenicity in vaccinees.

Once a desired, partially attenuated parental strain 
is selected, further attenuation sufficient to produce a 
vaccine acceptable for use in humans according to the present 
invention may be accomplished in several ways as described 
herein. For example, a cpRSV mutant can be further 
mutagenized in several ways. In one embodiment the procedure 
involves subjecting the partially attenuated virus to passage 
in cell culture at progressively lower, attenuating 
temperatures، For example, whereas wild-type virus is 
typically cultivated at about 34-37٠C, the partially 
attenuated mutants are produced by passage in cell cultures 
(e.g٠, primary bovine kidney cells) at suboptimal
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temperatures, e.g., 2О-2б٥С. Thus, in One method of the 
present invention the cp mutant or other partially attenuated 
strain, e.g., ts-1 or sp, is adapted to efficient growth at a 
lower temperature by passage in MRC-5 or Vero cells, down to a 
temperature ◦f about 20-24٥C, preferably 20-22٠C. This 
selection ◦f mutant RS virus during cold-passage substantially 
eliminates any residual virulence in the derivative strains as 
compared to the partially attenuated parent. Alternatively, 
specific mutations can be introduced into a recombinant 
version via mutagenesis or other methods to further mutagenize 
a cp mutant, e.g., mutations responsible for tSf sp or ca.

In one embodiment of the invention the incompletely 
attenuated RSV strains are subjected to chemical mutagenesis 
to introduce ts mutations or, in the case of viruses which are 
already ts, additional ts mutations sufficient to confer 
increased stability of the ts phenotype on the attenuated 
derivative. Means for the introduction Of ts mutations into 
RS virus include replication of the virus in the presence of a 
mutagen such as 5-fluorouridine or 5 - fluorouracil in a 
concentration ◦f about 10.3 to 10"5 M, preferably about 10'4 M, 
exposure of virus to nitrosoguanidine at a concentration of 
about 100 мд/т1, according to the general procedure described 
in, e.g., Gharpure et al٠, J, Virol. 3:414-421 (1969) and 
Richardson et al., J٠ Med. Virol. 3:91-100 (1978), or genetic 
introduction of speciiJLC ts mutations. other chemical 
mutagens can also be used. Attenuation can result from a ts 
mutation in almost any RS virus gene, and as identified herein 
ts mutations are typically associated with the polymerase (L) 
gene.

The level of temperature sensitivity of replication 
in exemplary attenuated RSV of the invention is determined by 
comparing its replication at a permissive temperature with 
that at several restrictive temperatures. The lowest 
temperature at which the replication of the virus is reduced 
100-fold or more in comparison with its replication at the 
permissive temperature is termed the shutoff temperature. In 
experimental animals and humans, both the replication and 
virulence of RSV correlate with the mutant's shutoff
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temperature. Replication ◦f mutants with a shutoff
temperature of 39٠c is moderately restricted, whereas mutants 
with a shutoff Of 38٥c replicate less well and symptoms of 
illness are mainly restricted to the upper respiratory tract.
A virus with a shutoff temperature Of 35 to 37٠c will 
typically be fully attenuated in humans. Thus, the atLenuated 
RSV of the invention which is ts will have a shutoff 
temperature in the range of about 35 to 39٥C/ and preferably 
from 35 to 38٠c. The addition of a ts mutation to a partially 
attenuated strain produces multiply attenuated virus useful in 
the vaccine compositions of the present invention.

A number of attenuated RSV strains as candidate 
vaccines for intranasal administration have been developed 
using multiple rounds of chemical mutagenesis to introduce 
multiple mutations into a virus which had already been 
attenuated during cold-passage (e.g., Connors et al., virology 
208: 478-484 (1995); Crowe et al., Vaccine 12: 691-699 (1994);
and Crowe et al٠/ Vaccine 12: 783-790 (1994), incorporated 
herein by reference) . Evaluation in rodents, chimpanzees, 
adults and infants indicate that certain of these candidate 
vaccine strains are relatively stable genetically, are highly 
immunogenic, and may be satisfactorily attenuated٠ Nucleotide 
sequence analysis Of some of these attenuated viruses, as 
exemplified hereinbelow, indicates that each level of 
increased attenuation is associated with specific nucleoside 
and amino acid substitutions ٠ The present invention provides 
the ability to distinguish between silent incidental mutations 
versus those responsible for phenotype differences by 
introducing the mutations, separately and in various 
coinbinations, into the genome or antigenome of infectious RSV 
clones. This process coupled with evaluation Of phenotype 
characteristics of parental and derivative virus identifies 
mutations responsible for such desired characteristics as 
attenuation, temperature sensitivity, cold-adaptation, small 
plaque size, host range restriction, etc. Mutations thus 
identified are compiled into a "menu” and are then be 
introduced as desired, singly or in combination, to calibrate 
a vaccine virus to an appropriate level of attenuation,



WO 98/02530 PCT/US97/12269 ء

26

5

10

15

20

25

30

35

immunogenicity, genetic resistance to reversion from an 
attenuated phenotype, etc., as desired.

The specific mutations which have been introduced 
into RSV by serial random chemical mutagenesis to create 
further attenuated RSV having a ts phenotype are identified by 
sequence analysis and comparison to the parental background, 
e٠g., a cpRSV background. In an exemplary embodiment, 
substitution within the polymerase (L) gene of nucleotide 
10,989 (A changed to T, resulting in gin to leu amino acid 
substitution at amino acid residue 831) to create cptsRSV 248, 
or at nucleotide 10,060 (c changed to A, resulting in a phe to 
leu amino acid substitution at amino acid residue 521) yielded 
cptsRSV 53◦. These coÉined attenuating mutations specify a 
greater attenuation phenotype than determined for the parental 
cpRSV. cptsRSV 248 has a shutoff temperature Of 38٠c, it is 
attenuated, immunogenic, and fully protective against wild- 
type RSV challenge in seronegative chimpanzees, and it is more 
stable genetically during replication in vivo than previously 
evaluated RSV mutants. The attributes Of genetic resistance 
to phenotypic reversion, and restriction ◦f replication in 
viVO/ also indicate that this exemplary strain is a desirable 
parental strain into which additional mutations are 
introduced.

In another exemplary embodiment, the cptsRSV 248 
mutant was subjected to chemical mutagenesis, and a series of 
further attenuated mutants, e.g.ثم having increased temperature 
sensitivity Or small plaque phenotype characteristics over the 
parental strain, were produced. One such mutant, designated 
cptsRSV 248/404, is characterized by a reduced shutoff 
temperature of 3б٥с which is the consequence ◦f an additional 
mutation at nucleotide 7605 (T changed to c)ر with this being 
in a noncoding highly conserved gene start cis-acting 
regulatory sequence and not resulting in an amino acid change.

In another embodiment of the invention, RSV mutants 
are produced having two or more attenuating mutations. For 
example, the multiply attenuated virus cptsRSV 530, which has 
a shutoff temperature of 39٠c, was subjected to chemical 
mutagenesis to introduce one or more additional mutations
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specifying an attenuating phenotype in a non-attenuated 
background. In one example, the clone cptsRSV 53O/1OO9 was 
isolated and determined to have a shutoff temperature of 3б٠с 
due to a single nucleotide substitution at 12,002 (A changed 
to G, resulting in a met to val amino acid substitutif^ at 
amino acid residue 1169), also in the polymerase (L) gene.

The present invention also provides infectious RSV 
produced by recombinant methods, e.g./ from cDNA. In one 
embodiment, infectious RSV is produced by the intracellular 
coexpression Of a cDNA that encodes the RSV genome or 
antigenome RNAz together with those viral proteins necessary 
to generate a transcribing, replicating nucleocapsid, 
preferably one or more sequences that encode major 
nucleocapsid (N) protein, nucleocapsid phosphoprotein (P), 
large (L) polymerase protein, and a transcriptional elongation 
factor Μ2 ORFl protein.

The ability to produce infectious RSV from cDNA 
permits the introduction of specific engineered changes, 
including site specific attenuating mutations and a broad 
spectrum ◦f Other recombinant changes, into the genome of a 
recoÉinant virus to produce safe, effective RSV vaccines ٠

The infectious, recombinant RSV of the invention are 
employed herein for identification Of specific mutation(s) in 
biologically derived, attenuated RSV strains, for example 
mutations which specify ts, ca, att and other phenotypes. 
Accordingly, the invention permits incorporation of
biologically derived mutations, along with a broad range of 
other desired changes, into recombinant RSV vaccine strains. 
For example, the capability of producing virus from cDNA 
allows for incorporation of mutations occurring in attenuated 
RSV vaccine candidates to be introduced, individually or in 
various selected combinations, into a full٠length cDNA clone, 
and the phenotypes of rescued recombinant viruses containing 
the introduced mutations to be readily determined. In 
exemplary eÉodiments, amino acid changes identified in 
attenuated, biologically-derived viruses, for example in a 
cold-passaged RSV (cpRSV)/ or in a further attenuated strain 
derived therefrom, such as a temperature-sensitive derivative
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of cpRSV (cptsRSV)/ are incorporated within recombinant RSV 
clones. These changes from a wild-type or biologically 
derived mutant RSV sequence specify desired characteristics in 
the resultant clones, e.g., an attenuated or further 
attenuated phenotype compared to a wild-type Or incompletely 
attenuated parental RSV phenotype.

By identifying and incorporating specific, 
biologically derived mutations associated with desired 
phenotypes, e.g., a cp or ts phenotype, into infectious RSV 
clones, the invention provides for other, site-specific 
modifications at, or within the region of, the identified 
mutation. Whereas most attenuating mutations produced in 
biologically derived RSV are single nucleotide changes, other 
site specific mutations can also be incorporated by 
recoTnbinant techniques into biologically derived or 
recombinant RSV. As used herein, site-specific mutations 
include insertions, substitutions, deletions or rearrangements 
of from 1 to 3, up to about 5-15 or" more altered nucleotides 
(e.g., altered from a wild-type RSV sequence, from a sequence 
of a selected mutant RSV strain, or from a parent recombinant 
RSV clone subjected to mutagenesis) . Such site-specific 
mutations may be incorporated at, or within the region ◦f, a 
selected, biologically derived point mutation. Alternatively, 
the mutations can be introduced in various other contexts 
within an RSV clone, for example at or near a cis-acting 
regulatory sequence or nucleotide sequence encoding a protein 
active site, binding site, immunogenic epitope, etc. site- 
specific RSV mutants typically retain a desired attenuating 
phenotype, but may exhibit substantially altered phenotypic 
characteristics unrelated to attenuation, e٠g., enhanced or 
broadened immunogenicity, or improved growth. Further 
examples Of desired, site٠specific mutants include recombinant 
RSV designed to incorporate additional, stabilizing nucleotide 
mutations in a codon specifying an attenuating point mutation. 
Where possible, two or more nucleotide substitutions are 
introduced at codons that specify attenuating amino acid 
changes in a parent mutant or recombinant RSV clone, yielding 
a biologically derived or recoÉinant RSV having genetic
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resistance t◦ reversion from an attenuated phenotype. In 
other embodiments, site-specific nucleotide substitutions, 
additions, deletions or rearrangements are introduced upstream 
(N-terminal direction) Or downstream (C-terminal direction),
e.g, from lto3, 5-10 and up tO 15 nucleotides or more 5' or 
3', relative to a targeted nucleotide position, e.g., to 
construct Or ablate an existing cis-acting regulatory element.

In addition to single and multiple point mutations 
and site-specific mutations, changes to recombinant RSV 
disclosed herein include deletions, insertions, substitutions 
or rearrangements Of whole genes or gene segments. These 
mutations affect small numbers of bases (e.g., from 15-30 
bases, up to 35-50 bases or more), or large blocks of 
nucleotides (e.g., 50-100, 100-300, 300-500, 500-1,000 bases) 
depending upon the nature of the change (i.e٠, a small number 
of bases may be changed to insert or ablate an immunogenic 
epitope or change a small gene segment, whereas large block (s) 
of bases are involved when genes or large gene segments are 
added, substituted, deleted or rearranged٠

In additional aspects, the invention provides for 
supplementation Of mutations adopted from biologically derived 
RSV, e٠g٠, cp and ts mutations which occur mainly in lhe L 
gene, with additional types of mutations involving the same or 
different genes in a recombinant RSV clone. RSV encodes ten 
mRNAs and ten or eleven proteins. Three of these are
transmeÉrane surface proteins, namely the attachment G 
protein, fusion F protein involved in penetration, and small 
hydrophobic SH protein. G and F are the major viral 
neutralization and protective antigens. Four additional 
proteins are associated with the viral nucleocapsid, namely 
the RNA binding protein N, the phosphoprotein p, the large 
polymerase protein L, and the transcription elongation factor 
Μ2 ORFl. The matrix M protein is part of the inner virion and 
probably mediates association between the nucleocapsid and the 
envelope. Finally, there are two nonstructural proteins, NSl 
and NS2, of unknown function. These proteins can be 
selectively altered in terms ◦f its expression level， or can 
be added deleted, substituted or rearranged, in whole or in
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part, alone or in combination with Other desired
modifications, in a recombinant RSV to obtain novel infectious 
RSV clones.

Thus, in addition to, or in combination with, 
attenuating mutations adopted from biologically derived RSV 
mutants, the present invention also provides entirely new 
methods Of attenuation based on recombinant engineering Of 
infectious RSV clones. In accordance with this aspect o£ the 
invention, a variety of alterations can now be produced in an 
isolated polynucleotide sequence encoding the RSV genome or 
antigenome for incorporation into infectious recombinant RSV٠ 

More specifically, to achieve desired structural and 
phenotypic changes in recombinant RSV, the invention allows 
for introduction of modifications which delete, substitute, 
introduce. Or rearrange a selected nucleotide or plurality of 
nucleotides from a parent RSV sequence, as well as mutations 
which delete, substitute, introduce or rearrange whole gene<s) 
or gene segment(s), within an infectious RSV clone.

Desired modifications Of infectious recombinant RSV 
are typically selected to specify a desired phenotypic change, 
e.g., a change in viral growth, temperature sensitivity, 
ability to elicit a host immune response, attenuation, etc. 
These changes can be brought about by, e.g., mutagenesis of a 
parent RSV clone to ablate, introduce or rearrange a specific 
gene(s) or gene region(s) (e.g٠, a gene segment that encodes a 
protein structural domain, such as a cytoplasmic,
transmembrane or extracellular domain, an immunogenic epitope, 
binding region, active site, etc.). Genes of interest in this 
regard include all Of the genes of the RSV genome:
 NS1-NS2-N-P-M-SH-G-F-M2-L-5/, as well as heterologous genes-ا3
from other RSV, other viruses and a variety of Other non-RSV 
screes as indicated herein. Also provided are modifications 
which simply alter or ablate expressif of a selected gene, 
e.g., by introducing a termination codOn within a selected RSV 
coding sequence; changing the position of an RSV gene relative 
to an operably linked promoter； introducing an upstream start 
codon to alter rates of expression; modifying (e.g., by 
changing position, altering an existing sequence, or
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substituting an existing sequence with a heterologous
sequence) GS and/or GE transcription signals to alter
phenotype (e.g., growth, temperature restrictions on
transcription, etc.); and various other deletions,
substitutions, additions and rearrangements that specify 
quantitative or qualitative changes in viral replication, 
transcription Of selected gene(s), or translation Of selected 
protein(s).

As described herein, cDNA-based methods are used tO 
construct a series of recombinant viruses offering improved 
characteristics of attenuation and immunogenicity for use as 
vaccine agents. Among desired phenotypic changes in this 
context are resistance to reversion from an attenuated 
phenotype, improvements in attenuation in culture or in a 
selected host environment, immunogenic characteristics (e.g., 
as determined by enhancement, or diminution, ◦f an elicited 
immune response), upregulation or downregulation Of 
transcription and/or translation Of selected viral products, 
etc. Foreign genes may be inserted in whole or in part, the 
order of genes changed, gene overlap removed, the RSV genome 
promoter replaced with its antigenome counterpart, portions Of 
genes (e.g., the cytoplasmic tails Of glycoprotein genes》 
added (e.g., to duplicate an existing sequence or incorporate 
a heterologous sequence), removed or substituted, and even 
entire genes deleted.

In one aspect of the invention, a selected gene 
segment, such as one encoding a selected protein or protein 
region (e.g., a cytoplasmic tail, transmembrane domain or 
ectodomain, an epitOpic site or region, a binding site or 
region, an active site or region containing an active site, 
etc.) from one RSV, can be substituted for a counterpart gene 
segment from the same or different RSV or Other source, to 
yield novel recombinants having desired phenotypic changes 
compared to wild-type or parent RSV strains. For example, 
recombinants ◦f this type may express a chimeric protein 
having a cytoplasmic tail and/or transmembrane domain of one 
RSV fused to an ectodomain of another RSV. other exemplary 
recombinants of this type express duplicate protein regions.
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such as duplicate immunogenic regions. As used herein, 
"counterpart” genes, gene segments, proteins or protein 
regions, are typically from heterologous sources (e.g., from 
different RSV genes, or representing the same (i.e., 
homologous or allelic) gene or gene segment in different RSV 
strains) . Typical counterparts selected in this context share 
gross structural features, e.g., each counterpart may encode a 
comparable structural "domain," such as a cytoplasmic domain, 
transmembrane domain, ectodomain, binding site or region, 
epitopic site or region, etc. Counterpart domains and their 
encoding gene segments embrace an assemblage ◦f species having 
a range of size and amino acid (or nucleotide) sequence 
variations, which range is defined by a common biological 
activity among the domain or gene segment variants. For 
example, two selected protein domains encoded by counterpart 
gene segments within the invention may share substantially the 
same qualitative activity, such as providing a membrane 
spanning function, a specific binding activity, an 
immunological recognition site, etc. More typically, a 
specific biological activity shared between counterparts, 
e٠g٠, between selected protein segments or proteins, will be 
substantially similar in quantitative terms, i.e., they will 
not vary in respective quantitative activity profiles by more 
than 30%, preferably by no more than 20%, more preferably by 
no more than 5-10%.

Counterpart genes and gene segments, as well as 
Other polynucleotides involved in producing recombinant RSV 
within the invention, preferably share substantial sequence 
identity with a selected polynucleotide reference sequence, 
e.g., with another selected counterpart sequence. As used 
herein, a "reference sequence" is a defined sequence used as a 
basis for a sequence comparison, for example, a segment of a 
full-length cDNA or gene, or a complete cDNA or gene sequence. 
Generally, a reference sequence is at least 20 nucleotides in 
length, frequently at least 25 nucleotides in length, and 
often at least 50 nucleotides in length. since two 
polynucleotides may each ⑴ comprise a sequence (i.e., a 
portion of the complete polynucleotide sequence) that is



WO 98/02530 PCT/US97/12269 .

33

5

1◦

15

20

25

30

35

similar between the two polynucleotides, and ⑵ may further 
comprise a sequence that is divergent between the two 
polynucleotides, sequence comparisons between two (Or more) 
polynucleotides are typically performed by comparing sequences 
of the two polynucleotiaes over a "comparison window" to 
identify and compare local regions of sequence similarity. Ά 
"comparison window·', as used herein, refers to a conceptual 
segment ◦f at least 20 contiguous nucleotide positifs wherein 
a polynucleotide sequence may be compared to a reference 
sequence of at least 20 contiguous nucleotides and wherein the 
portion Of the polynucleotide sequence in the comparison 
window may comprise additions or deletions (i.e., gaps) Of 20 
percent or less as compared to the reference sequence (which 
does not comprise additions or deletions) for optimal 
alignment of the two sequences. Optimal alignment of 
sequences for aligning a comparison window may be conducted by 
the local homology algorithm of Smith ة Waterman, Adv. Appl. 
Math. 2:482 (1981), by the homology alignment algorithm of 
Needleman ع Wunsch, ل٠ Mol. Biol. 48:443 (1970), by the search
for similarity method of Pearson ة Lipman, Proc. Natl. Acad. 
Sci. USA 85:2444 (1988〉 (each Of which is incorporated by
reference), by computerized implementations Of these 
algorithms (GAP, BESTFIT^ FASTA, and TFASTA in the Wisconsin 
Genetics Software Package Release 7.0, Genetics Computer 
Group, 575 Science Dr., Madison, WI, incorporated herein by 
reference), or by inspection, and the best alignment (i.e., 
resulting in the highest percentage of sequence similarity 
over the comparison window) generated by the various methods 
is selected. The term "sequence identity" means that two 
polynucleotide sequences are identical (i٠e.,٠na nucleotide- 
by-nucleotide basis) over the window of comparison. The term 
"percentage ◦f sequence identity" is calculated by comparing 
two optimally aligned sequences over the window of comparison, 
determining the number of positions at which the identical 
nucleic acid base (e.g.. A, T, c, G, u, or 工〉occurs in both 
sequences to yield the number of matched positions, dividing 
the number Of matched positions by the total nuÉer ◦f 
positions in the window ◦f comparison لع٠ح٠ك  the window size).
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and multiplying the result by 100 t◦ yield the percentage of 
sequence identity. The terms "substantial identity” as used 
herein denotes a characteristic of a polynucleotide sequence, 
wherein the polynucleotide comprises a sequence that has at 
least 85 percent sequence identity, preferably at least 90 to 
95 percent sequence identity, more usually at least 99 percent 
sequence identity as compared to a reference sequence over a 
comparison window ◦f at least 20 nucleotide positions, 
frequently over a window of at least 25-50 nucleotides, 
wherein the percentage Of sequence identity is calculated by 
comparing the reference sequence tO the polynucleotide 
sequence which may include deletions or additions which total 
20 percent or less of the reference sequence over the window 
of comparison. The reference sequence may be a subset of a 
larger sequence.

In addition to these polynucleotide sequence 
relationships, proteins and protein regions encoded by 
recoÉinant RSV of the invention are also typically selected 
to have conservative relationships, i.e., to have substantial 
sequence identity or sequence similarity, with selected 
reference polypeptides. As applied to polypeptides, the term 
■'sequence identity" means peptides share identical amino acids 
at corresponding positions. The term ”sequence similarity” 
means peptides have identical or similar amino acids (i،e٠, 
conservative substitutions) at corresponding positions. The 
term "substantial sequence identity" means that two peptide 
sequences, when optimally aligned, such as by the programs GAP 
or BESTFIT using default gap weights, share at least 8◦ 
percent sequence identity, preferably at least 90 percent 
sequence identity, more preferably at least 95 percent 
sequence identity or more (e.g., 99 percent sequence 
identity) ٠ The term "substantial similarity” means that two 
peptide sequences share corresponding percentages ◦f sequence 
similarity. Preferably^ residue positions which are not 
identical differ by conservative amino acid substitutions. 
Conservative amino acid substitutions refer to the 
interchangeability ◦f residues having similar side chains.
For example, a group of amino acids having aliphatic side
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chains is glycine, alanine, valine, leucine, and isoleucine; a 
group of amino acids having aliphatic٠hydroxyl side chains is 
serine and threonine; a group of amino acids having amide- 
containing side chains is asparagine and glutamine; a group of 
amino acids having aromatic side chains is phenylalanine, 
tyrosine, and tryptophan; a group Of amino acids having basic 
side chains is lysine, arginine, and histidine; and a group of 
amino acids having sulfur-containing side chains is cysteine 
and methionine. Preferred conservative amino acids
substitution groups are： valine-leucine-isoleucine,
phenylalanine-tyrosine, lysine-arginine, alanine-valine, and 
asparagine-glutamine. Stereoisomers (e.g., D-amino acids) of 
the twenty conventional amino acids, unnatural amino acids 
such as 0¿, a-disubstituted amino acids, N-alkyl amino acids, 
lactic acid, and other unconvenLional amino acids may also be 
suitable components for polypeptides of the present invention. 
Examples of unconventional amino acids include: 4-
hydroxyproline, γ-carboxyglutamate, 6٠N,N,N-trimethyllysine, 
¿-N-acetyllysine, O-phosphoserine/ N-acetylserine, N- 
formylmethionine, 3-methylhistidine, 5-hydroxylysine, ω-Ν- 
methylarginine, and other similar amino acids and imino acids 
(e.g., 4-hydroxyproline) ٠ Moreover, amino acids may be 
modified by glycosylation, phosphorylation and the like.

In alternative aspects of the invention, the 
infectious RSV produced from cDNA-expressed genome or 
antigenome can be any ◦f the RSV or RSV-like strains, e٠g٠, 

human, bovine, murine, etc., or of any pneumovirus, e.g., 
pneumonia virus Of mice or turkey rhinotracheitis virus. To 
engender a protective immune response, the RSV strain may be 
one which is endogenous to the subject being immunized, such 
as human RSV being used to immunize humans. The genome or 
antigenome ◦f endogenous RSV can be modified, however, to 
express RSV genes Or gene segments from a combination of 
different sources, e.g., a combination ◦f genes or gene 
segments from different RSV species, subgroups. Or strains, or 
from an RSV and another respiratory pathogen such as PIV (see, 
e.g./ Hoffman et al., Jf Virol. 71:4272-4277 (1997); Durbin et
al., Virology (1997) (In Press); Murphy et al., u.s. Patent
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Application Serial No. 60/047,634 entitled RECOVERY OF
INFECTIOUS PARAINFLUENZA VIRUS FROM CLONED NUCLEOTIDE
SEQUENCES, filed May 23, 1997, incorporated herein by
reference, and the following plasmids for producing infectious 
PIV clones: ρ3/7(131) (ATCC 97990); p3/7(131)2G (ATCC 97889); 
and ρ218(131) (ATCC 97991); each deposited under the terms of 
the Budapest Treaty with the American Type Culture Collection 
(ATCC) of 12301 Parklawn Drive, Rockville, Maryland 20852, 
U.S٠A٠Z and granted the above identified accession numbers.

In certain embodiments of the invention, recombinant 
RSV are provided wherein individual internal genes of a human 
RSV are replaced with, e.g., a bovine murine or other RSV 
counterpart, or with a counterpart or foreign gene from 
another respiratory pathogen such as PIV. Substitutions, 
deletions, etc. of RSV genes Or gene segments in this context 
can include part or all of one or more Of the NSI, NS2, N, p, 
M, SH, M2(ORF1), M2(ORF2) and L genes, or non-iiunogenic 
parts of the G and F genes. Also, human RSV cis-acting 
sequences, such as promoter or transcription signals, can be 
replaced with, e٠g٠, their bovine RSV counterpart.
Reciprocally, means are provided to generate live attenuated 
bovine RSV by inserting human attenuating genes or cis-acting 
sequences into a bovine RSV genome or antigenome background.

Recombinant RSV bearing heterologous genes or cis- 
acting elements are selected for host range restriction and 
other desired phenotypes favorable for vaccine use. In 
exemplary embodiments, bovine RSV sequences are selected for 
introduction into human RSV based on available descriptions ◦f 
bovine RSV structure and function, as provided in, e.g.,
Pastey et al٠, J, Gen, viol. 76:193-197 (1993); Pastey et al.,
Virus Res. 29:195-202 (1993); Zamora et al٠, J. Gen, Virol. 
73:737-741 (1992》；Mallipeddi et al٠, J. Gen. Virol. 74:2001- 
2004 (1993)； Mallipeddi et al., J٠ Gen. Virol, 73:2441-2444 
(1992)and Zamora et al., virus Res. 24:115-121 (1992), each 
of which is incorporated herein by reference, and in 
accordance with the methods and compositions disclosed herein. 
In other embodiments, mutations of interest for introduction 
within recombinant RSV are modeled after a tissue
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culture-adapted nonpathogenic strain of pneumonia virus ◦f 
mice (the murine counterpart of human RSV) which lacks a 
cytoplasmic tail ◦f the G protein (Randhawa et اة., Virology 
207:240-245 (1995)). Accordingly, in one aspect ◦f the 
invention the cytoplasmic and/or transmembrane domains of one 
or more of the human RSV glycoproteins تم F/ G and SH, are 
added, deleted, modified, or substituted with a heterologous, 
counterpart sequence (e.g., a sequence from a cytoplasmic, or 
transmembrane domain of a F, G, or SH protein of bovine RSV or 
murine pneumonia virus) tQ achieve a desired attenuation. As 
another example, a nucleotide sequence at or near the cleavage 
site of the F protein, or the putative attachment domain of 
the G protein, can be modified by point mutations, site- 
specific changes, or by alterations involving entire genes or 
gene segments to achieve novel effects on viral growth in 
tissue culture and/or infection and pathogenesis in 
experimental animals.

Thus, infectious recombinant RSV intended fOr 
administration to humans can be a human RSV that has been 
modified to contain genes from, e.g., a bovine or murine RSV 
or a PIV, such as for the purpose Of attenuation. For 
example, by inserting a gene or gene segment from PIV/ a 
bivalent vaccine to both PIV and RSV is provided.
Alternatively, a heterologous RSV species, subgroup or strain, 
or a distinct respiratory pathogen such as PIV, may be 
modified, e.g., to contain genes that encode epitopes or* 
proteins which elicit protection against human RSV infection. 
For example, the human RSV glycoprotein genes can be 
substituted for the bovine glycoprotein genes such that the 
resulting bovine RSV, which now bears the human RSV surface 
glycoproteins and would retain a restricted ability to 
replicate in a human host due to the remaining bovine genetic 
background, elicits a protective immune response in humans 
against human RSV strains.

The ability to analyze and incorporate Other types 
of attenuating mutations into infectious RSV for vaccine 
development extends to a broad assemblage of targeted changes 
in RSV clones. For example, deletion of the SH gene yields ة
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recombinant RSV having novel phenotypic characteristics, 
including enhanced growth. In the present invention, an SH 
gene deletion (or any other selected, non-essential gene or 
gene segment deletion), is combined in a recombinant RSV with 
one Or more additional mutations specifying an attenuated 
phenotype, e.g., a point mutation adopted from a biologically 
derived attenuated RSV mutant. In exemplary embodiments, the 
SH gene or NS2 gene is deleted in combination with one or more 
cp and/or ts mutations adopted from cpts248/404, cpts530/1009, 
cpüs53O/lO3O, or another selected mutant RSV strain, to yield 
a recombinant RSV having increased yield of virus, enhanced 
attenuation, and genetic to phenotypic reversion, due to the 
combined effects of the different mutations. In this regard, 
any RSV gene which is not essential for growth, for example 
the SH, NP, NSl and NS2 genes, can be ablated or otherwise 
modified to yield desired effects on virulence, pathogenesis, 
immunogenicity and other phenotypic characters. For example, 
ablation by deletion Of a non-essential gene such as SH 
results in enhanced viral growth in culture. without wishing 
to be bound by theory, this effect is likely due in part to a 
reduced nucleotide length Of the viral genome. In the case of 
one exemplary SH-minus clone, the modified viral genome is 
14,825 nt long, 398 nucleotides less than wild type. By 
engineering similar mutations that decrease genome size, e.g., 
in other coding or noncoding regions elsewhere in the RSV 
genome, such as in the p, M, F and Μ2 genes, the invention 
provides several readily obtainable methods and materials for 
improving RSV growth.

In addition, a variety of Other genetic alterations 
can be produced in a recombinant RSV genome or antigenome for 
incorporation into infectious recombinant RSV, alone or 
together with one or more attenuating point mutations adopted 
from a biologically derived mutant RSV. Heterologous genes 
(e.g, from different RSV strains or types or поп-RSV sources) 
may be inserted in whole or in part, the order Of genes 
changed, gene overlap removed, the RSV genome promoter 
replaced with its antigenome counterpart, portions ◦f genes 
removed or substituted, and even entire genes deleted.
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Different or additional modifications in the sequence can be 
made to facilitate manipulations, such as the insertion of 
unique restrictif sites in various intergenic regions (e.g., 
a unique stul site between the G and F genes) or elsewhere. 
Nontranslated gene sequences can be removed to increase 
capacity for inserting foreign sequences.

In exemplary embodiments, individual genes ر gene 
segments, or single or multiple nucleotides of one RSV may be 
substituted by counterpart sequence(s) from a heterologous RSV 
or other source. For example, a selected, heterologous gene 
segment, such as one encoding a cytoplasmic tail,
transmembrane domain or ectodomain, an epitopic site or 
region, a binding site or region, an active site or region 
containing an active site, etc., of a selected protein from 
one RSV, can be substituted for a counterpart gene segment in 
another RSV to yield novel recombinants, for example 
recombinants expressing a chimeric protein having a 
cytoplasmic tail and/or transmembrane domain of one RSV fused 
to an ectodomain ◦f another RSV٠ Useful genome segments in 
this regard range from about 15-35 nucleotides in the case of 
gene segments encoding small functional domains of proteins, 
e.g., epitOpic sites, to about 50, 75, 100/ 200-500, and 500- 
1,500 or more nucleotides for gene segments encoding larger 
domains or protein regions. In one embodiment, F and/or G 
protective antigens of one RSV strain or subgroup are 
substituted into an RSV clone of a different strain or 
subgroup to produce a recombinant virus capable of stimulating 
a cross-protective immune response against both strains or 
subgroups in an immunized host. In additional aspects, a 
chimeric RSV clone having a mutation involving alteration of a 
gene or gene segment, e.g., a substituted, heterologous F 
and/or G gene or gene segment, is further modified by 
introducing one or more attenuating ts or cp point mutations 
adopted from a biologically derived mutant RSV strain, e.g., 
cpts248/404, cpts530/l009, or cpts530/l030٠

In yet additional aspects, one or more human RSV 
coding or non-coding polynucleotides are substituted with a 
counterpart sequence from bovine or murine RSV, alone or in
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combination with one or more selected cp or ts mutations, to 
yield novel attenuated vaccine strains. In one embodiment, a 
chimeric bovine-human RSV incorporates a substitution of the 
human RSV NP gene Or gene segment with a counterpart bovine NP 
gene or gene segment, which chimera can optionally be 
constructed to incorporate a SH, NP, NSI, NS2 or other gene 
deletion, one or more cp or ts point mutations, or various 
combinations of these and other mutations disclosed herein.
The replacement Of a human RSV coding sequence (e.g./ Of NSl, 
NS2, NP, etc.〉 or non-coding sequence (e.g., a promoter, gene- 
end, gene-start, intergenic or other cis-acting element) with 
a counterpart bOvine or murine RSV sequence yields attenuated 
recoÉinants having a variety of possible attenuating effects. 
For example, a host range effect may arise from a heterologous 
RSV gene not functioning efficiently in a human cell, from 
incompatibility of the heterologous sequence or protein with a 
biologically interactive human RSV sequence or protein (e.g., 
a sequence or protein that ordinarily cooperates with the 
substituted sequence or protein for viral transcription, 
translation, assembly, etc.), among other useful attenuating 
effects.

In yet another aspect of the invention, insertion of 
foreign genes or gene segments, and in some cases of noncoding 
nucleoide sequences, into the RSV genome results in a desired 
increase in genome length causing yet additional, desired 
phenotypic effects. Increased genome length results in 
attenuation of the resultant RSV, dependent in part upon the 
length Of the insert. In addition, the expression of certain 
proteins from a gene inserted into recombinant RSV will result 
in attenuation of the virus due to the action of the protein. 
This has been described for IL-2 expressed in vaccinia virus 
(e.g. Flexner et al.. Nature 33:-259-62 (1967)) and also would
be expected for gamma interferon.

Deletions, insertions, substitutions and other 
mutations involving changes ◦f whole viral genes or gene 
segments in recombinant RSV of the invention yield highly 
stable vaccine candidates, which are particularly important in 
the case of immunosuppressed individuals. Many of these
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mutations will result in attenuation Of resultant vaccine 
strains, whereas others will specify different types Of 
desired phenotypic changes. For example, certain viral genes 
are known which encode proteins that specifically interfere 
with host immunity (see, e.g., Kato et al., EMBO. J. 16:578-87 
(1997), incorporated herein by reference). Ablation ◦f such 
genes in vaccine viruses is expected to reduce virulence and 
pathogenesis and/or improve immunogenicity.

Also provided within the invention are genetic 
modifications in a recombinant RSV which alter or ablate the 
expression ◦f a selected gene or gene segment without removing 
the gene or gene segment from the RSV clone, e.g., by 
introducing a termination codon within a selected coding 
sequence; changing the position Of a gene or introducing an 
upstream start codon to alter its rate of expression; changing 
GS and/or GE transcription signals to alter phenotype (e٠g., 
growth, temperature restrictions on transcription, etc.) 
Preferred mutations in this context include mutations directed 
toward cis-acting signals, which can be identified, e.g., by 
mutational analysis Of RSV minigenomes. For example, 
insertional and deletional analysis of the leader and trailer 
and flanking sequences identified viral promoters and 
transcription signals and provided a series Of mutations 
associated with varying degrees of reduction of RNA
replication or transcription. Saturation mutagenesis (whereby 
each position in turn is modified to each of the nucleotide 
alternatives) ◦f these cis-acting signals also has identified 
many mutations which reduced (or in one case increased) RNA 
replication or transcription. Any of these mutations can be 
inserted intO the complete antigenome or genome as described 
herein. Evaluation and manipulation of trans-acting proteins 
and cis-acting RNA sequences using the complete antigenome 
cDNA is assisted by the use ◦f RSV minigenomes (see, e.g., 
Grosfeld et al., ل. Virol. 69: 5677-5686 (1995), incorporated 
herein by reference), whose helper-dependent status is useful 
in the characterization of those mutants which are too 
inhibitory to be recovered in replication-independent 
infectious virus，
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Other mutations within RSV of the present invention 
involve replacement of the 3' end of genome with its 
counterpart from antigenome, which is associated with changes 
in RNA replication and transcription. In addition, the 
intergenic regions (Collins et al٠, Proc, Natl. Äcad٠ Sci. USA 
83:4594-4598 (1986), incorporated herein by reference) can be
shortened or lengthened or changed in sequence content, and 
the naturally-occurring gene overlap (Collins et al., Proc٠ 

Natl. Acad, Sci. USA 84:5134-5138 (1987), incorporated herein 
by reference) can be removed or changed to a different 
intergenic region by the methods described herein.

In One exemplary embodiment, the level of expression 
of specific RSV proteins, such as the protective F and G 
antigens, can be increased by substituting the natural 
sequences with ones which have been made synthetically and 
designed to be consistent with efficient translation. In this 
context, it has been shown that codon usage can be a major 
factor in the level of translation of mammalian viral proteins 
(Haas et al., Current Biol. 6:315-324 (1996)). Examination of 
the codon usage of the mRNAs encoding the F and G proteins Of 
RSV, which are the major protective antigens, shows that the 
usage is consistent with poor expression. Thus, codon usage 
can be improved by the recombinant methods of the invention tO 
achieve improved expression for selected genes.

In another exemplary embodiment, a sequence 
surrounding a translational start site (preferably including a 
nucleotide in the -3 position) of a selected RSV gene is 
modified, alone Or in combination with introduction of an 
upstream start codon, to modulate RSV gene expression by 
specifying up- or down-regulation of translation.

Alternatively, or in combination with other RSV 
modifications disclosed herein, RSV gene expression can be 
modulated by altering a transcriptional GS signal of a 
selected gene(s) ◦f the virus. In one exemplary embodiment, 
the GS signal of NS2 is modified to include a defined mutation 
(e٠g٠, the 404(М2》 mutation described hereinbelow) to 
superimpose a ts restriction on viral replication.
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Yet additional RSV clones within the invention 
incorporate modifications to a transcriptional GE signal. For 
example, RSV clones are provided which substitute or mutate 
the GE signal of the NSl and NS2 genes for that of the N gene, 
resulting in decreased levels Qf readthrough mRNAs and 
increased expression of proteins from downstream genes. The 
resulting recombinant vims exhibits increased growth kinetics 
and increased plaque size, providing but one example ◦f 
alteration Of RSV growth properties by modification Of a cis- 
acting regulatory element in the RSV genome.

In another exemplary embodiment, expression of the G 
protein is increased by modification of the G mRNA. The G 
protein is expressed as both a membrane bound and a secreted 
form, the latter form being expressed by translational 
initiation at a start site within the G translational open 
reading frame. The secreted form can account for as much as 
one-half Of the expressed G protein. Ablation of the internal 
start site (e.g٠, by sequence alteration, deletion, etc.), 
alone or together with altering the sequence context Of the 
upstream start site yields desired changes in G protein 
expression. Ablation of the secreted form of G also will 
improve the quality of the host immune response to exemplary, 
recombinant RSV, because the s이ublج form Of G is thought tO 
act as a ''decoy" to trap neutralizing antibodies. Also, 
soluble G protein has been implicated in enhanced
immunopathology due to its preferential stimulation Of a Th2- 
biased response.

In alternative embodiments, levels of RSV gene 
expression are modified at the level of transcription. In one 
aspect, the position of a selected gene in the RSV gene map 
can be changed to a more promoter-proximal or promotor-distal 
position, whereby the gene will be expressed more or less 
efficiently, respectively. According to this aspect,
modulation of expression for specific genes can be achieved 
yielding reductions or increases of gene expression from two- 
fold, more typically four-fold, up to ten-fold or more 
compared to wild-type levels. In one example, the NS2 gene 
(second in order in the RSV gene map) is substituted in
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position for the SH gene (sixth in order), yielding a
predicted decrease in expression of NS2. Increased expression 
of selected RSV genes due to positional changes can be 
achieved up to 10-fold, 30-fold, 50-fold, 100-fold or more, 
often attended by a commensurate decrease in expression levels 
for reciprocally, positionally substituted genes.

In Other exemplary embodiments, the F and G genes 
are transpositioned singly or together to a more promoter- 
proximal or promoter-distal site within the (recombinant) RSV 
gene map to achieve higher or lower levels of gene expression, 
respectively. These and other transpositioning changes yield 
novel RSV clones having attenuated phenotypes, for example due 
to decreased expression of selected viral proteins involved in 
RNA replication.

In more detailed aspects of the invention, a 
recombinant RSV is provided in which expression of a viral 
gene, for example the NS2 gene, is ablated at the
translational level without deletion of the gene or of a 
segment thereof, by, e.g., introducing two tandem 
translational termination codons into a translational open 
reading frame (ORF). This yields viable virus in which a 
selected gene has been silenced at the level Of translation, 
without deleting its gene. These forms Of "knock-out" virus 
exhibit reduced growth rates and small plaque sizes in tissue 
culture. Thus, the methods and compositions ◦f the invention 
provide yet additional, novel types of RSV attenuating 
mutations which ablate expression of a viral gene that is nOt 
◦ne of the major viral protective antigens. In this context 
knockoutاا  virus phenotypes produced without deletion Of a ١ا
gene Or gene segment can be alternatively produced by deletion 
mutagenesis, as described herein, to effectively preclude 
correcting mutations that may restore synthesis ◦f a target 
protein. Several other gene "knock-outs" for RSV can be made 
using alternate designs. For example, insertion Of 
translation termination codons into ORFs； or disruption of the 
RNA editing sites. Offer alternatives to silencing or 
attenuating the expression Of selected genes. Methods for 
producing these and other knock-outs are well known in the art
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(as described, for example, in Kretzschmar et al., virology 
216:309-316 (1996); Radecke et al., Virology 217:418-412 
(1996); and Kato et اة., EMBO 1987) 587-16:178 ل٠)and 
Schneider et al., Virology 277:314-322 (1996), each 
incorporated herein by reference)·

In yet other embodiments, RSV useful in a vaccine 
formulation can be conveniently modified to accommodate 
antigenic drift in circulating virus. Typically the 
modification will be in the G and/or F proteins· The entire G 
or F gene, or the segments encoding particular immunogenic 
regions thereof, is incorporated into the RSV genome or 
antigenome cDNA by replacement of the corresponding region in 
the infectious clone or by adding one or more copies Of the 
gene such that several antigenic forms are represented.
Progeny virus produced from the modified RSV cDNA are then 
used in vaccination protocols against the emerging strains. 
Further, inclusion Of the G protein gene of RSV subgroup B as 
a gene addition will broaden the response to cover a wider 
spectrum of the relatively diverse subgroup A and B strains 
present in the human population.

An infectious RSV clone of the invention can also be 
engineered acceding to the methods and compositions disclosed 
herein to enhance its immunogenicity and induce a level Of 
protection greater than that provided by infection with a 
wild-type RSV or an incompletely attenuated parental virus or 
clone. For example, an immunogenic epitope from a
heterologous RSV strain or type. Or from a поп-RSV source such 
as PIV, can be added by appropriate nucleotide changes in the 
polynucleotide sequence encoding the RSV genome or antigenome. 
Alternatively, recombinant RSV can be engineered tO identify 
and ablate (e.g., by amino acid insertion, substitution or 
deletion) epitopes associated with undesirable
immunopathologie reactions. In Other embodiments, an
additional gene is inserted into or proximate to the RSV 
genome or antigenome which is under the control of an 
independent set of transcription signals， Genes ◦f interest 
include those encoding cytokines (e.g٠, IL-2 through IL-15, 
especially IL-2, IL-6 and IL-12, etc.), gamma-interferon, ^nd
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include those encoding cytokines (e.g٠, IL-2 through IL-15, 
especially IL-2, IL-6 and IL-12, etc.), gamma-interferon, and 
proteins rich in T helper cell epitopes. The additional 
protein can be expressed either as a separate protein or as a 
chimera engineered from a second copy of one of the RSV 
proteins, such as SH. This provides the ability to modify and 
improve the immune response against RSV both quantitatively 
and qualitatively.

In another aspect of the invention the recombinant 
RSV can be employed as a vector for protective antigens of 
other respiratory tract pathogens, such as parainfluenza virus 
(PIV)/ e.g., by incorporating sequences encoding those 
protective antigens from PIV into the RSV genome or antigenome 
used to produce infectious vaccine virus, as described herein. 
The cloning of PIV cDNA and other disclosure is described in 
United States Provisional Patent Application entitled 
PRODUCTION OF PARAINFLUENZA VIRUS FROM CLONED NUCLEOTIDE 
SEQUENCES, filed May 23, 1997, Serial No. 60/047,575 and 
incorporated herein by reference. In alternate embodiments, a 
modified RSV is provided which comprises a chimera of a RSV 
genomic or antigenomic sequence and at least ◦ne PIV sequence, 
for* example a polynucleotide containing sequences from both 
RSV and PIVl, PIV2, PIV3 or bovine PIV. For example, 
individual genes ◦f RSV may be replaced with counterpart genes 
from human PIV, such as the HN and/or F glycoprotein genes Of 
PIVl, PIV2, or PIV3 ٠ Alternatively, a selected, heterologous 
gene segment, such as a cytoplasmic tail, transmembrane domain 
or ectodomain of HN or F of HPIVl, HPIV2, or HPIV3 can be 
substituted for a counterpart gene segment in, e.g., the same 
gene in an RSV clone, within a different gene in the RSV 
clone. Or into a non-coding sequence of the RSV genome or 
antigenome. In One embodiment, a gene segment from HN or F Of 
HPIV3 is substituted for a counterpart gene segment in RSV 
type A, to yield constructs encoding chimeric proteins, e.g. 
fusion proteins having a cytoplasmic tail and/or transmembrane 
domain of RSV fused to an ectodomain Of RSV to yield ة novel 
attenuated virus, and/or a multivalent vaccine immunogenic 
against both PIV and RSV.
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In addition to the above described modifications to 
recombinant RSV, different or additional modifications in RSV 
clones can be made to facilitate manipulations, such as the 
insertion Of unique restriction sites in various intergenic 
regions (e٠g., a unique stul site between the G and F genes)
Or elsewhere. Nontranslated gene sequences can be removed to 
increase capacity for inserting foreign sequences.

Introduction of the foregoing, defined mutations 
into an infectious RSV clone can be achieved by a variety of 
well known methods. By "infectious clone" is meant cDNA or 
its product, synthetic or otherwise, which can be transcribed 
into genomic or antigenomic RNA capable of serving as template 
to produce the genome of an infectious virus or subviral 
particle. Thus, defined mutations can be introduced by 
conventional techniques (e.g., site-directed mutagenesis) into 
a cDNA copy Of the genome Or antigenome. The use of 
antigenome or genome cDNA subfragments to assemble a complete 
antigenome or genome cDNA as described herein has the 
advantage that each region can be manipulated separately 
(smaller cDNAs are easier to manipulate than large ones) and 
then readily assembled into a complete cDNA, Thus, the 
complete antigenome or genome cDNA； or any subfragment 
thereof, can be used as template for oligonucleotide-directed 
mutagenesis. This can be through the intermediate Qf a 
single-stranded phagemid form, such as using the Muta-gene® 
kit of Bio-Rad Laboratories (Richmond, CA) or a method using 
the double-stranded plasmid directly as template such as the 
Chameleon mutagenesis kit of stratagene (La Jolla, CA〉 or by 
the polymerase chain reaction employing either an
oligonucleotide primer or template which contains the
mutation(s) Of interest. A mutated subfragment can then be 
assembled into the copíete antigenome or genome cDNA. A 
variety Of other mutagenesis techniques are known and 
available for use in producing the mutations of interest in 
the RSV antigenome or genome cDNA. Mutations can vary from 
single nucleotide changes to replacement of large cDNA pieces 
containing one or more genes or genome regions.
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Thus, in one illustrative embodiment mutations are 
introduced by using the Muta-gene phagemid in vitro 
mutagenesis kit available from Bio-Rad. In brief, cDNA 
encoding a portion ◦f an RSV genome or antigenome is cloned 
into the plasmid pTZ18U, and used to transform CJ236 cells 
(Life Technologies) . Phagemid preparations are prepared as 
recommended by the manufacturer. Oligonucleotides are 
designed for mutagenesis by introduction of an altered 
nucleotide at the desired position of the genome or 
antigenome. The plasmid containing the genetically altered 
genome or antigenome fragment is then amplified and the 
mutated piece is then reintroduced into the full-length genome 
or antigenome clone.

The ability to introduce defined mutations into 
infectious RSV has many applications, including the analyses 
of RSV molecular biology and pathogenesis. For example, the 
functions of the RSV proteins, including the NSI, NS2, SH, 
M2ÍORF1) and M2(ORF2) proteins, can be investigated and 
manipulated by introducing mutations which ablate or reduce 
their level of expression, or which yield mutant protein. In 
One exemplary embodiment hereinbelow, RSV virus was
constructed in which expression of a viral gene, namely the SH 
gene, was ablated by deletion of the mRNA coding sequence and 
flanking transcription signals. Surprisingly, not only could 
this virus be recovered, but it grew efficiently in tissue 
culture. In fact, its growth was substantially increased over 
that of the wild type, based On both yield of infectious virus 
and on plaque size. This improved growth in tissue culture 
from the SH deletion and other RSV derivatives of the 
invention provides useful tools for developing RSV vaccines م 

which overcome the problem Of RSV,s poor yield in tissue 
culture that had complicated production of vaccine virus in 
other systems. These deletions are highly stable against 
genetic reversion, rendering the RSV clones derived therefrom 
particularly useful as vaccine agents.

The invention also provides methods for producing an 
infectious RSV from one or more isolated polynucleotides, 
e.g., one or more cDNAs ٠ According to the present invention
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cDNA encoding a RSV genome or antigenome is constructed for 
intracellular or in vitro coexpression with the necessary 
viral proteins Lo form infectious RSV٠ By "RSV antigenome" is 
meant an isolated positive-sense polynucleotide molecule which 
serves as the template for the synthesis of progeny RSV 
genome. Preferably a cDNA is constructed which is a 
positive-sense version ◦f the RSV genome, corresponding to the 
replicative intermediate RNA, or antigenome, so as to minimize 
the possibility of hybridizing with positive-sense transcripts 
of the complementing sequences that encode proteins necessary 
to generate ج transcribing, replicating nucleocapsid, i٠e٠z 
sequences that encode N, P, L and M2(ORF1) protein. In an RSV 
minigenome system, genome and antigenome were equally active 
in rescue, whether complemented by RSV or by plasmids, 
indicating that either genome or antigenome can be used and 
thus the choice can be made On méthodologie or other* grounds.

A native RSV genome typically comprises a negative- 
sense polynucleotide molecule which, through complementary 
viral mRNAs, encodes eleven species Of viral proteins, i.e., 
the nonstructural species NSl and NS2, N, p, matrix (M), small 
hydrophobic (SH), glycoprotein (G), fusion (F), M2(ORF1), 
M2(ORF2), and L, substantially as described in Mink et al., 
Virology 185: 615-624 (1991), stec et al., Virolocrv 183: 273- 
287 (1991), and Connors et al٠, Virol■ 208:478-484 (1995),
incorporated herein by reference. For purposes of the present 
invention the genome or antigenome of the recombinant RSV of 
the invention need only contain those genes or portions 
thereof necessary to render the viral or subviral particles 
encoded thereby infectious. Further, the genes or portions 
thereof may be provided by more than one polynucleotide 
molecule, i٠e٠z a gene may be provided by complementation or 
the like from a separate nucleotide molecule.

By recombinant RSV is meant a RSV or RSV-like viral 
or subviral particle derived directly or indirectly from a 
recovabinant expression system Or propagated from virus or 
subviral particles produced therefrom. The recombinant 
expression system will employ 3 recombinant expression vector 
which comprises an operably linked transcriptional unit
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comprising an assembly of at least a genetic element or 
elements having a regulatory role in RSV gene expression, for 
example, a promoter, a structural or coding sequence which is 
transcribed into RSV RNA, and appropriate transcription 
initiation and termination sequences.

To produce infectious RSV from cDNA-expressed genome 
or antigenome, the genome or antigenome is coexpressed with 
those RSV proteins necessary to ⑴ produce a nucleocapsid 
capable of RNA replication, and (ii) render progeny 
nucleocapsias competent for both RNA replication and 
transcription. Transcription by the genome nucleocapsid 
provides the other RSV proteins and initiates a productive 
infection. Alternatively, additional RSV proteins needed for 
a productive infection can be supplied by coexpression.

An RSV antigenome may be constructed for use in the 
present invention by, e.g.z assembling cloned cDNA segments, 
representing in aggregate the complete antigenome, by 
polymerase chain reaction (PCR; described in, e.g., u.s.
Patent NOS. 4,683,195 and 4,683,202, and PCR Protocols : A 
Guide to Methods and Applications/ Innis et al., eds،,
Academic Press, San Diego (1990)/ incorporated herein by 
reference) of reverse-transcribed copies of RSV mRNA Or genome 
RNA. For example, cDNAs containing the lefthand end ◦f the 
antigenome, spanning from an appropriate promoter (e٠q٠z Τ7 
RNA polymerase promoter) and the leader region complement to 
the SH gene, are assembled in an appropriate expression 
vector, such as a plasmia (e٠g., pBR322) or various available 
cosmia, phage, or DNA virus vectors. The vector may be 
modified by mutagenesis and/or insertion Of synthetic 
polylinker containing unique restriction sites designed to 
facilitate assembly. For example, a plasmid vector described 
herein was derived from pBR322 by replacement ◦f the Pstl- 
EcoRl fragment with a synthetic DNA containing convenient 
restriction enzyme sites. Use of pBR322 as a vector 
stabilized nucleotides 3716-3732 of the RSV sequence, which 
Otherwise sustained nucleotide deletions or insertions, and 
propagation of the plasmid was in bacterial strain DH10B to 
avoid an artifactual duplication and insertion which otherwise
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occurred in the vicinity of nt 4499. For ease of preparation 
the G, F and Μ2 genes can be assembled in a separate vector, 
as can be the L and trailer sequences. The righthand end 
(e.g., L and trailer sequences) Of the antigenome plasmid may 
contain additional sequences as desired, such as a flanking 
ribozyme and tandem Τ7 transcriptional terminators. The 
ribozyme can be hammerhead type (e.g., Grosfeld et al. ثم حق  

Virol. 69:5677-5686 (1995〉〉， which would yield a 3' end 
containing a single nonviral nucleotide, or can any Of the 
Other suitable ribozymes such as that of hepatitis delta virus 
(Perrotta et al.. Nature 350:434-436 (1991)) which would yield 
a 3' end free of non٠RSV nucleotides. A middle segment (e.g., 
G-to-M2 piece) is inserted into an appropriate restriction 
site of the leader-to-SH plasmid, which in turn is the 
recipient for the L-trailer-ribozyme-terminator piece, 
yielding a complete antigenome. In an illustrative example 
described herein, the leader end was constructed to abut the 
promoter for Τ7 RNA polymerase which included three
transcribed G residues for optimal activity; transcription 
donates these three nonviral G's to the 5' end Of the 
antigenome. These three nonviral G residues can be omitted to 
yield a 5' end free of nonviral nucleotides. To generate a 
nearly-correct 3， end, the trailer end was constructed to be 
adjacent to a hammerhead ribozyme, which upon cleavage would 
donate a single 3 د-phosphorylated u residue to the 3' end of 
the encoded RNA٠

In certain embodiments of the invention, 
complementing sequences encoding proteins necessary to 
generate a transcribing, replicating RSV nucleocapsid are 
provided by one or more helper viruses. Such helper viruses 
can be wild type or mutant. Preferably, the helper virus can 
be distinguished phenotypically from the virus encoded by the 
RSV cDNA. For example, it is desirable to provide monoclonal 
antibodies which react immunologically with the helper virus 
but not the virus encoded by the RSV cDNA. Such antibodies 
can be neutralizing antibodies. In some embodiments, the 
antibodies can be used in affinity chromatography to separate 
the helper virus from the recombinant virus. TO aid the



WO 98/02530 PCT/US97/12269

52

5

10

15

20

25

30

35

procurement of such antibodies, mutations can be introduced 
into the RSV cDNA to provide antigenic diversity from the 
helper virus, such as in the HN or F glycoprotein genes.

A variety ◦f nucleotide insertions and deletions can 
be made in the RSV genome or antigenome. The nucleotide 
length Of the genome of wild type human RSV (15,222 
nucleotides) is a multiple of six, and members of the 
Paramyxovirus and Morbillivirus genera typically abide by a 
"rule of six," i٠e٠, genomes (or minigenomes) replicate 
efficiently only when their nucleotide length is a multiple of 
six (thought to be a requirement for precise spacing ◦f 
nucleotide residues relative to encapsidating NP protein). 
Alteration of RSV genome length by single residue increments 
had no effect on the efficiency ◦f replication, and sequence 
analysis of several different minigenome mutants following 
passage showed that the length differences were maintained 
without compensatory changes. Thus, RSV lacks the strict 
requirement of genome length being a multiple of six, and 
nucleotide insertions and deletions can be made in the RSV 
genome or antigenome without defeating replication of the 
recombinant RSV of the present invention.

Alternative means to construct cDNA encoding the 
genome or antigenome include by reverse transcription-PCR 
using improved PCR conditions (e.g., as described in Cheng et 
al., Proc. Natl, Acad, Sci. USA 91:5695-5699 (1994),. Samal et 
al., J٠ Virol 70:5075-5082 (1996〉， each incorporated herein by
reference) to reduce the number of subunit cDNA components to 
as few as one or two pieces. In other embodiments different 
promoters can be used (e٠g٠, ТЗنم SP6) or different ribozymes 
(e.g., that ◦f hepatitis delta virus. Different DNA vectors 
(e.g., cosmids) can be used for propagation to better 
accommodate the large size genome or antigenome.

The N, p and L proteins, necessary for RNA 
replication, require an RNA polymerase elongation factor such 
as the M2(ORF1) protein for processive transcription. Thus 
M2(ORF1) or a substantially equivalent transcription
elongation factor for negative strand RNA viruses is required 
for the production of infectious RSV and is ج necessary
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component of functional nucleocapsids during productive 
infection. The need for the M2(ORF1) protein is consistent 
with its role as a transcription elongation factor. The need 
for expression ◦f the RNA polymerase elongation factor protein 
for negative strand RNA viruses is a feature of the present 
invention. M2(ORF1) can be supplied by expression of the 
complete M2-gene, although in this form the second 0RF2 may 
also be expressed and have an inhibitory effect on RNA 
replication. Therefore, for production of infectious virus 
using the complete Μ2 gene the activities of the two ◦RFs 
should be balanced to permit sufficient expression of M(ORF1) 
t◦ provide transcription elongation activity yet not SO much 
of M(ORF2) to inhibit RNA replication. Alternatively, the 
ORFl protein is provided from a cDNA engineered to lack 0RF2 
or which encodes a defective 0RF2 ٠ Efficiency Of vims 
production may also be improved by co-expression ◦f additional 
viral protein genes ۶ such as those encoding envelope 
constituents (i.e., SH, M, G, F proteins).

Isolated polynucleotides (e.g., cDNA) encoding the 
genome or antigenome and, separately, the N, Pz L and M2(ORF1) 
proteins, are inserted by transfection, electroporation, 
mechanical insertion, transduction or the like, into cells 
which are capable of supporting a productive RSV infection, 
e.g٠, HEp-2, FRhL-DBS2, MRC, and Vero cells. Transfection ◦f 
isolated polynucleotide sequences may be introduced into 
cultured cells by, for example, calcium phosphate-mediated 
transfection (Wigler et al., 1978) 725 :14 ئلمل ); Corsaro and 
Pearson, Somatic Cell Genetics 7: 603 (1981): Graham and Van 
der Eb, Virology 52: 456 (1973)), electroporation (Neumann et
al., EMBQ J. 1: 841-845 (1982)), DEAE-dextran mediated
transfection (Ausubel et al٠, (ed.) Current Protocols in
Molecular Biology, John Wiley and Sons, Inc., NY (1987), 
cationic lipid-mediated transfection (Hawley-Nelson etal٠z 
Focus 15:73-79 (1993)) or a commercially available
transfection regent, e.g., LipofectACE® (Life Technologies) 
(each ◦f the foregoing references are incorporated herein by 
reference》.
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The N, P, L and M2(ORF1> proteins are encoded by one 
or more expression vectors which can be the same or separate 
from that which encodes the genome or antigenome, and various 
combinations thereof. Additional proteins may be included as 
desired, encoded by its Own vector or by a vector encoding a 
Nz P, L, or M2(ORF1) protein or the complete genome or 
antigenome. Expression Of the genome or antigenome and 
proteins from transfected plasmids can be achieved, for 
example, by each cDNA being under the control of a promoter 
for Τ7 RNA polymerase, which in turn is supplied by infection, 
transfection or transduction with an expression system for the 
Τ7 RNA polymerase, e.g., a vaccinia virus MVA strain 
recombinant which expresses the Τ7 RNA polymerase (Wyatt et 
al., ViroloQV/ 210:202-205 (1995), incorporated herein by 
reference〉 . The viral proteins, and/or Τ7 RNA polymerase, can 
also be provided from transformed mammalian cells, or by 
transfection of preformed mRNA or protein.

Alternatively, synthesis of antigenome or genome can 
be done in vi tro (cell-free) in a combined transcription- 
translation reaction, followed by transfection into cells.
Or, antigenome or genome RNA can be synthesized in vitro and 
transfected into cells expressing RSV proteins.

To select candidate vaccine viruses from the host ◦f 
biologically derived and recombinant RSV strains provided 
herein, the criteria of viability, attenuation and 
immunogenicity are determined according to well known methods. 
Viruses which will be most desired in vaccines of the 
invention must maintain viability, have a stable attenuation 
phenotype, exhibit replication in an immunized host (albeit at 
lower levels), and effectively elicit production of an immune 
response in a vaccinee sufficient tO confer protection against 
serious disease caused by subsequent infection from wild-type 
virus. Clearly, the heretofore known and reported RS virus 
mutants do not meet all of these criteria. Indeed, contrary 
to expectations based on the results reported for known 
attenuated RSV, viruses of the invention are not only viable 
and more attenuated then previous mutants, but are more stable 
genetically in vivo than those previously studied mutants.
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retaining the ability to stimulate a protective immune
response and in some instances to expand the protection 
afforded by multiple modifications, e.g., induce protection 
against different viral strains or subgroups, or protection by 
a different immunologic basis, e.g., secretory versus serum 
immunoglobulins, cellular immunity, and the like. Prior to 
the invention, genetic instability of the ts phenotype 
following replication in vivo has been the rule for ts viruses 
(Murphy et al., Infect. Immun. 37:235-242 (1982〉).

TO propagate a RSV virus for vaccine use and other 
purposes, a nuÉer of cell lines which allow for RSV growth 
may be used. RSV grows in a variety of human and animal 
cells. Preferred cell lines for propagating attenuated RS 
virus for vaccine use include DBS-?RhL-2, MRC-5, and Vero 
cells. Highest virus yields are usually achieved with 
epithelial cell lines such as Vero cells. Cells are typically 
inoculated with virus at a multiplicity of infection ranging 
from about ◦.001 to 1.0 or more, and are cultivated under 
conditions permissive for replication of the virus, e.g., at 
about зо-37٠с and for about 3-5 days, or as long as necessary 
for virus to reach an adequate titer. vims is removed from 
cell culture and separated from cellular components, typically 
by well known clarification procedures, e٠g., centrifugation, 
and may be further purified as desired using procedures well 
known to those skilled in the art.

RSV which has been attenuated as described herein 
can be tested in various well known and generally accepted in 
vitro and ل¡] vivo models to confirm adequate attenuation, 
resistance to phenotypic reversion, and immunogenicity for 
vaccine use. In in vi tro assays, the modified vims (e.g., a 
multiply attenuated, biologically derived or recombinant RSV) 
is tested for temperature sensitivity of virus replication, 
i.e. ts phenotype, and for the small plaque phenotype.
Modified viruses are further tested in animal models of RSV 
infection. A variety of animal models have been described and 
are summarized in Meignier et al., eds.. Animal Models of 
Respiratory Syncytial Virus Infection^ Merieux Foundation 
Publication, (1991〉 , which is incorporated herein by
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reference. A cotton rat model of RS infection is described in 
U.S. 4,800,078 and Prince et al., virus Res. 3:193-206 (1985), 
which are incorporated herein by reference, and is believed to 
be predictive of attenuation and efficacy in humans. A 
primate model ◦f RSV infection using the chimpanzee is 
predictive ◦f attenuation and efficacy in humans, and is 
described in detail in Richardson et al., رل Med. Virol, 
3:91-100 (1978); Wright et al., Infect. Immun./ 37:397-400 
(1982)Crowe et al.ثم Vaccine 11:1395-1404 (1993), which are 
incorporated herein by reference.

The interrelatedness of data derived from rodents 
and chimpanzees relating to the level Of attenuation of RSV 
candidates can be demonstrated by reference tO Fig. 1, which 
is ج graph correlating the replication of a spectrum of 
respiratory syncytial subgroup A viruses in the lungs of mice 
with their replication in chimpanzees. The relative level of 
replication compared to that ◦f wt RSV is substantially 
identical, allowing the mouse to serve as a model in which to 
initially characterize the level of attenuation ◦f the vaccine 
RSV candidate. The mouse and cotton rat models are especially 
useful in those instances in which candidate RS viruses 
display inadequate growth in chimpanzees. The RSV subgroup B 
viruses are an example of the RS viruses which grow poorly in 
chimpanzees.

Moreover, the therapeutic effect of RSV 
neutralizing antibodies in infected cotton rats has been shown 
t◦ be highly relevant to subsequent experience with
immunotherapy of monkeys and humans infected with RSV.
Indeed, the cotton rat appears tO be a reliable experimental 
surrogate for the response of infected monkeys, chimpanzees 
and humans to immunotherapy with RSV neutralizing antibodies. 
FOr example, the amount of RSV neutralizing antibodies 
associated with a therapeutic effect in cotton rats as 
measured by the level of such antibodies in the serum of 
treated animals (i.e., serum RSV neutralization titer Of 1:302 
to 1:518) is in the same range as that demonstrated for 
monkeys (i.e., titer of 1:539〉 or human infants or small 
children (i.e., 1:8フフ). Ά therapeutic effect in cotton, rats
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was manifest by a one hundred fold or greater reduction in 
virus titer in the lung (Prince etal., Ji Virol.
61:1851-1854) while in monkeys a therapeutic effect was 
observed to be a 50-fold reduction in pulmonary virus titer. 
(Hemming et al., J٠ Infect. Pis I 152:1083-1087 (1985)). 
Finally, a therapeutic effect in infants and young children 
who were hospitalized for serious RSV bronchiolitis or 
pneumonia was manifest by a significant increase in 
oxygenation in the treated group and a significant decrease in 
amount: of RSV recoverable from the upper respiratory tract of 
treated patients. (Hemming et al., Antimicrob. Agents 
Chemother. 31:1882-1886 (1987〉). Therefore, based on these 
studies, the cotton rat constitutes a relevant model for 
predicting success of RSV vaccines in infants and small 
children. other rodents, including mice, will also be 
similarly useful because these animals are permissive for RSV 
replication and have a core temperature more like that of 
humans (Wright et al., J. Infect. Dis, 122:501-512 (1970) and 
Anderson et al,, J٠ Gen٠ Virol. 71:(1990)).

In accordance with the foregoing description and 
based on the Examples below, the invention also provides 
isolated, infectious RSV compositions for vaccine use. The 
attenuated virus which is a component ◦f a vaccine is in an 
isolated and typically purified form. By isolated is meant to 
refer to RSV which is in other than a native environment of a 
wild-type virus, such as the nasopharynx of an infected 
individual. More generally, isolated is meant to include the 
attenuated virus as a component of a cell culture or other 
artificial medium. For example, attenuated RSV of the 
invention may be produced by an infected cell culture, 
separated from the cell culture and added to a stabilizer 
which contains other non-naturally occurring RS viruses, such 
as those which are selected to be attenuated by means Of 
resistance to neutralizing monoclonal antibodies to the 
F-protein،

RSV vaccines of the invention contain as an active 
ingredient an immunogenically effective amount of RSV produced 
as described herein. Biologically derived or recombinant RSV
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can be used directly in vaccine formulations, or lyophilized. 
Lyophilized virus will typically be maintained at about 4٠c٠ 

When ready for use the lyophilized virus is reconstituted in a 
stabilizing elution, e.g., saline or comprising SPG, Mg٠٠ and 
HEPES, with or without adjuvant, as further described below. 
The biologically derived or recombinantly modified virus may 
be introduced into a host with a physiologically acceptable 
carrier and/or adjuvant. Useful carriers are well known in 
the art, and include, e.g., water, buffered water, 0.4% 
saline, 0.3% glycine, hyaluronic acid and the like. The 
resulting aqueous solutions may be packaged for use as is, or 
lyophilized, the lyophilized preparation being combined with a 
sterile solution prior to administration, as mentioned above. 
The compositions may contain pharmaceutically acceptable 
auxiliary substances as required to approximate physiological 
conditions, such as pH adjusting and buffering agents: 
tonicity adjusting agents, wetting agents and the like, for" 
example, sodium acetate, sodium lactate, sodium chloride, 
potassium chloride, calcium chloride, sorbitan monolaurate, 
triethanolamine oleate, and the like. Acceptable adjuvants 
include incomplete Freund's adjuvant, aluminum phosphate, 
aluminum hydroxide, or alum, which are materials well known in 
the art. Preferred adjuvants also include StimulonTM QS-21 
(Aquila Biopharmaceuticals, Inc., Worchester, MA), MPL™ (3-0٩ 

deacylated monophosphoryl lipid A； RIBI ImmunoChem Research, 
Inc., Hamilton, MT), and interleukin-12 (Genetics Institute, 
Cambridge, MA).

Upon immunization with a RSV vaccine composition as 
described herein, via aerosol, droplet, oral, topical or other 
route, the immune system of the host responds to the vaccine 
by producing antibodies specific for RSV virus proteins, e.g., 
F and G glycoproteins ٠ As a result of the vaccination the 
host becomes at least partially or completely immune to RSV 
infection, or resistant to developing moderate or severe RSV 
disease, particularly of the lower respiratory tract.

The host to which the vaccine is administered can be 
any mammal susceptible to infection by RSV or a closely 
related virus and capable of generating a protective immune
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response to antigens ◦f the vaccinizing strain. Thus,
suitable hosts include humans, non-human primates, bovine, 
equine, swine, ◦vine, caprine, lagamorph, rodents, etc. 
Accordingly, the invention provides methods for creating 
vaccines for a variety ◦f human and veterinary uses.

The vaccine compositions containing the attenuated 
RSV Of the invention are administered to a patient susceptible 
to or Otherwise at risk of RS virus infection in an
"immunogenically effective dose'’ which is surncient to induce 
or enhance the individual's immune response capabilities 
against RSV. In the case Of human subjects, the attenuated 
virus Of the invention is administered according to well 
established human RSV vaccine protocols, as described in, 
e٠g٠/ Wright et al., Infect Tnimun. 37:397-400 (1982), Kim et
al·. Pediatrics 52:56-63 (1973〉， and Wright et al., ة 
Pediatr. 88:931-936 (1976), which are each incorporated herein 
by reference. Briefly, adults or children are inoculated 
intranasally via droplet with an immunogenically effective 
dose of RSV vaccine, typically in a volume Of 0.5 ml of ة 

physiologically acceptable diluent or carrier. This has the 
advantage simplicity and safety compared to parenteral 
immunization with a non-replicating vaccine. It also provides 
direct stimulation Of local respiratory tract immunity, which 
plays a major role in resistance tO RSV. Further, this mode 
of vaccination effectively bypasses the immunosuppressive 
effects of RSV-specific maternally-derived serum antibodies, 
which typically are found in the very young. Also, while the 
parenteral administration of RSV antigens can sometimes be 
associated with immunopathologie complications, this has never 
been observed with a live virus.

In all subjects, the precise amount of RSV vaccine 
administered and the timing and repetition of administration 
will be determined based on the patient's state of health and 
weight, the mode ◦f administration, the nature of the 
formulation, etc. Dosages will generally range from about ا0ت  
tO about 106 plaque forming units (PFU) or more of virus per 
patient, more commonly from about 104 to 105 PFU virus per 
patient. In any event, the vaccine formulations should
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provide a quantity of attenuated RSV of the invention
sufficient to effectively stimulate or induce an anti-RSV 
immune response, e.g٠, as can be determined by complement 
fixation, plaque neutralization, and/or enzyme-linked 
immunosorbent assay, among other methods. In this regard, 
individuals are also monitored for signs and symptoms of upper 
respiratory illness. As with administration to chimpanzees, 
the attenuated virus of the vaccine grows in the nasopharynx 
of vaccinees at levels approximately 10-fold or more lower 
than wild-type virus, or approximately 10-fold or more lower 
when compared to levels of incompletely attenuated RSV.

In neonates and infants, multiple administration may 
be required to elicit sufficient levels of immunity. 
Administration should begin within the first month of life, 
and at intervals throughout childhood, such as at two months, 
six months, one year and two years, as necessary t◦ maintain 
sufficient levels of protection against native (wild-type〉 RSV 
infection. Similarly, adults who are particularly susceptible 
to repeated or serious RSV infection, such as, for example, 
health care workers, day care workers, family members of young 
children, the elderly, individuals with compromised 
cardiopulmonary function, may require multiple immunizations 
to establish and/or maintain protective immune responses. 
Levels of induced immunity can be monitored by measuring 
amounts of neutralizing secretory and serum antibodies, and 
dosages adjusted Or vaccinations repeated as necessary to 
maintain desired levels of protection. Further, different 
vaccine viruses may be indicated for administration to 
different recipient groups. For example, an engineered RSV 
strain expressing a cytokine or an additional protein rich in 
T cell epitopes may be particularly advantageous for adults 
rather than for infants. RSV vaccines produced in accordance 
with the present invention can be combined with viruses of the 
other subgroup or strains of RSV to achieve protection against 
multiple RSV subgroups or strains, or selected gene segments 
encoding, e.g., protective epitopes Of these strains can be 
engineered into one RSV clone as described herein. Typically 
the different viruses 1١للرك  be in admixture and administered
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simultaneously, but may also be administered separately. For 
example, as the F glycoproteins of the two RSV subgroups 
differ by only about 11% in amino acid sequence, this 
similarity is the basis for a cross-protective immune response 
as observed in animals immunized with RSV or F antigen and 
challenged with a heterologous strain. Thus, immunization 
with one strain may protect against different strains of the 
same or different subgroup.

The vaccines Of the invention elicit production of 
an immune response that is protective against serious lower 
respiratory tract disease, such as pneumonia and bronchiolitis 
when the individual is subsequently infected with wild-type 
RSV. While the naturally circulating virus is still capable 
of causing infection, particularly in the upper respiratory 
tract, there is a very greatly reduced possibility of rhinitis 
as a result Of the vaccination and possible boosting of 
resistance by subsequent infection by wild-type vims, 
allowing vaccination, there are detectable levels Of host 
engendered serum and secretory antibodies which are capable of 
neutralizing homologous (of the same subgroup) wild-type virus 
in vitro and in vivo. In many instances the host antibodies 
will also neutralize wild-type virus of a different, non- 
vaccine subgroup.

The attenuated RS virus Of the present invention 
exhibits a very substantial diminution of virulence when 
compared to wild-type virus that is circulating naturally in 
humans. The attenuated virus is sutticiently attenuated SO 
that symptoms of infection will not Occur in most immunized 
individuals. In some instances the attenuated virus may still 
be capable of dissemination to unvaccinated individuals. 
However, its virulence is sufficiently abrogated such that 
severe lower respiratory tract infections in the vaccinated or 
incidental host do not Occur.

The level Of attenuation of vaccine virus may be 
determined by, for example, quantifying the amount of virus 
present in the respiratory tract ◦f an immunized host and 
comparing the amount to that produced by wild-type RSV or 
other attenuated RS viruses which have been evaluated as
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candidate vaccine strains. For example, the attenuated virus 
of the invention will have a greater degree of restriction of 
replication in the upper respiratory tract of a highly 
susceptible host, such as a chimpanzee, compared to the levels 
Qf replication of wild-type virus, e.g., 10- to 1000-fold 
less. Also, the level of replication of the attenuated RSV 
vaccine strain in the upper respiratory tract of the
chimpanzee should be less than that of the RSV Α2 ts-1 mutant, 
which was demonstrated previously to be incompletely 
attenuated in seronegative human infants. In order to further 
reduce the development of rhinorrhea, which is associated with 
the replication Of virus in the upper respiratory tract, an 
ideal vaccine candidate virus should exhibit a restricted 
level of replication in both the upper and lower respiratory 
tract. However,the attenuated viruses of the invention must 
be sufficiently infectious and immunogenic in humans to confer 
protection in vaccinated individuals. Methods for determining 
levels of RS virus in the nasopharynx of an infected host are 
well known in the literature. Specimens are obtained by 
aspiration or washing out of nasopharyngeal secretions and 
virus quantified in tissue culture or other by laboratory 
procedure. See, for example, Belshe et al., J٠ Med, virolocry 
1:157-162 (1977), Friedewald et al., ل٠ Amer. Med. Assoc ٠ 

204:690-694 (1968); Gharpure et al., J. Virol, 3:414-421 
(1969〉 and Wright et al٠, Arch, Ges, virusforsch■ 41:238-247 
(1973). The virus can conveniently be measured in the 
nasopharynx Of host animals, such as chimpanzees.

In some instances it may be desirable to combine the 
RSV vaccines of the invention with vaccines which induce 
protective responses to other agents, particularly other 
childhood viruses. For example, the RSV vaccine of the 
present invention can be administered simultaneously with 
parainfluenza virus vaccine, such as described in Clements et 
al٠r J٠ Clin, Microbiol. 29:1175-1182 (1991), which is 
incorporated herein by reference. In another aspect of the 
invention the RSV can be employed as a vector for protective 
antigens of other respiratory tract pathogens, such as 
parainfluenza, by incorporating the sequences encoding those
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protective antigens into the RSV genome or antigenome which is 
used to produce infectious RSV, as described herein.

In yet another aspect Of the invention recombinant 
RSV is employed as a vector for transient gene therapy of the 
respiratory tract. According to this embodiment the
recombinant RSV genome or antigenome incorporates a sequence 
which is capable Of encoding a gene product of interest. The 
gene product Of interest is under control Of the same or a 
different promoter from that which controls RSV expression.
The infectious RSV produced by coexpressing the recombinant 
RSV genome or antigenome with the N, p, L and M2(ORF1) 
proteins and containing a sequence encoding the gene product 
◦f interest is administered to a patient. Administratif! is 
typically by aerosol, nebulizer, or other topical application 
to the respiratory tract of the patient being treated. 
Recombinant RSV is administered in an amount sufficient to 
result in the expression of therapeutic or prophylactic levels 
Qf the desired gene product. Examples of representative gene 
products which are administered in this method include those 
which encode, for example, those particularly suitable for 
transient expression, e.g., interleukin-2, interleukin-4, 
gamma-interferon, GM-CSF, G-CSF, erythropoietin, and other 
cytokines, glucocerebrosidase, phenylalanine hydroxylase, 
cystic fibrosis transmembrane conductance regulator (CFTR), 
hypoxanthine-guanine phosphoribosyl transferase, cytotoxins, 
tumor suppressor genes, antisense RNAs, and vaccine antigens.

The following examples are provided by way of 
illustration, not limitation.

EXAMPLE I
Isolation and Characterization of Mutaqenized

Derivatives of Cold-passaged RSV 
This Example describes the chemical mutagenesis of

incompletely attenuated host range٠restricted cpRSV to produce 
derivative ts and sp mutations which are more highly
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attenuated and thus are preferred for use in RSV vaccine 
preparations.

A parent stock of cold-passaged RSV (cpRSV) was 
prepared. Flow Laboratories Lot 3131 virus, the cpRSV parent 
virus that is incompletely attenuated in humans, was passaged 
twice in MRC-5 cells at 25٠c, terminally diluted twice in MRC- 
5 cells at 25٥c, then passaged three times in MRC-5 to create 
cpRSV suspension for mutagenesis.

The cpRSV was mutagenized by growing the parent 
stock in MRC-5 cells at 32٠c in the presence of 5-fluorouracil 
in the medium at a concentration of 4 X 1O'4M. This
concentration was demonstrated to be optimal in preliminary 
studies, as evidenced by a 100-fold decrease in virus titer on 
day 5 ◦f growth in cell culture, compared to medium without
5-fluorouracil. The mutagenized stock was then analyzed by 
plaque assay on Vero cells that were maintained under an agar 
overlay, and after an appropriate interval Of incubation, 
plaques were stained with neutral red dye. Θ54 plaques were 
picked and the progeny of each plaque were separately
amplified by growth on fresh monolayers of Ver◦ cells. The 
contents of each ◦f the tissue cultures inoculated with the 
progeny ◦f a single plaque of cpRSV-mutagenized virus were 
separately harvested when cytopathic effects on the Vero cells 
appeared maximal. Progeny virus that exhibited the 
temperature-sensitive (ts) or small٠plaque (sp) phenotype was 
sought by titering these plaque pools on HEp-2 cells at 32٠c 
and 38٠c٠ Any virus exhibiting a sp phenotype (plaque size 
that was reduced by 50% or more compared to parental virus at 
32٥Ο or a ts phenotype (100-fold or greater reduction in 
titer at restrictive temperature [37٠ to 4O٠C] compared to 
32٠Ο was evaluated further. These strains were biologically 
cloned by serial plaque-purification on Vero cells three 
times, then amplified on Vero cells. The cloned strains were 
titered at 32٠, 37〇, 38٥, 39٠ and 4O٠C (in an efficiency of 
plaque formation (EOP) assay〉 to confirm their sp and ts 
phenotypes. Because titers Of some cloned strains were 
relatively low even at the permissive temperature (32٠), these 
viruses were passaged once in HEp٠2 cells to create virus
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suspensions for in vitro analysis. The phenotypes of the 
progeny of the mutagenized cpRSV are presented on Table 1.

Table 1. The efficiency Of plague formation cf nine derivatives Of cold- 
passaged RSV (cpts or cpsp mutants) in HEp-2 cells at permissive and 
Restrictive temperature؛ —  

The titer of virus (logioPfu/ml) Shut-off
at the indicated temperature (٠c) temperature Small-plaques

Virus 32 37 38 �٦ 40 (٥Ο٦ at 32C

Α2 wild-type 4.5 4.4 4.5 3.8 3.8 〉40 no
cp-RSV 6.0 5٠8 5.8 6.2 5.4 >40 no

ts-1 ٩ᄀ 4.5 ٦٠٦ 2.4 1.7* 38 no

٥pspl43 4.2* 4.1* 3.8٠ ٦لأ.٠ 3.8* 〉40 yes

cpts368 .ة٦ 6٠3 6.1* 5.8** 2.0** 40 no

cpts٦٦4 ٩ .٦ 7,1 6,6 5.Θ* 1.0** 40 nO

cpts ٦^٦ 6.2 6.1 *٠٩� 5٠s** <0.7 40 no

cptsl·^； 5.Ί 5.1 4.5* 3.7** ع٢د٠٩ 39 no

cpts299 6.2 5.5 5.1* 2.0** <0.7 39 nO

cpts4٩5 5.4 4.8* 4.?* <0.7 <0.7 39 no

cpts53٠ 5٠5 4•日* 4.5* هء ٠٦ <ϋ.٦ 39 nO

cpts 248 6.3 5.3** <0.7 <0.7 <0.7 38 no

Shut-off temperature is defined as the lowest restrictive
temperature at which a 100-fold or greater reduction Of plaque titer 
is observed (bold figures in table)：
Small٠plaque phenotype (<50% wíld-t^e plaque size)
Pinpoint-plaque phenotype (<10% wild-type plaque size〉

◦ne of the mutant progeny had the small plaque 
phenotype, RSV cpsp!43 (sp refers to the small plaque (sp) 
phenotype), and the remaining mutant progeny had the ts 
phenotype. The RSV cpts mutants exhibit a variation in 
ability to produce plaques in monolayer cultures in vitro over 
the temperature range 37٠c to 4O٠C, with cpts368 retaining the 
ability to produce plaques at 4O٥C, whereas the most 
temperature-sensitive (ts) virus, cpts248t failed t◦ produce 
plaques at 38٠c٠ Thus, several of the mutagenized cpRSV 
progeny exhibit a marked difference from their cpRSV parent 
virus with respect to temperature-sensitivity of plaque 
formation.
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Replication and Genetic stability Studies
In Mice

The level of replication ◦f the cpRSV derived 
mutants in the upper and lower respiratory tracts of BALB/c 
mice was studied next (Table 2). It was found that cpts530 
and cpts248, two Of the mutants exhibiting the greatest 
temperature sensitivity (see Table 1), were about 7- to 
12-fold restricted in replication in the nasal turbinates of 
the mice (Table 2》. However, none of the viruses was 
restricted in replication in the lungs compared to the cpRSV 
parent virus. This greater restriction Of replication in the 
nasal turbinates than in the lungs is not characteristic of ts 
mutants, which generally are more restricted in replication in 
the warmer lower respiratory tract (Richman and Murphy, Rev. 
Infect. Dis. 1:413-433 (1979). The virus produced in the
lungs and nasal turbinates retained the ts character of the 
input virus (data not presented). The present findings 
suggested that the combination of the ts mutations on the 
background of the mutations of the cp parent virus has 
resulted in cpRSV ts progeny with a higher level of stability 
of the ts phenotype after replication in vivo than had been 
seen with previously studied ts mutants.

TO further explore the level Of genetic stability 
Of the ts phenotype Of the cpRSV derived mutants, the 
efficiency of plaque formation of virus present in the lungs 
and nasal turbinates of nude mice was studied for two 
mutagenized cpRSV progeny that were among the most ts, namely 
cpts248 and cpts530٠ Nude mice were selected because they are 
immunocompromised due tO congenital absence of functional 
T-cells, and a vims can replicate for a much longer period of 
time in these hosts. This longer period of replication favors 
the emergence of virus mutants with altered phenotype. The 
vims present on day 12 (NOTE: in normal mice, virus is no 
longer detectable at this time〉 was characterized and found to 
retain an unaltered ts phenotype (Table 3). As expected, the 
ts-1 mutant included in the test as a positive control 
exhibited an unstable ts phenotype in vivo. Thus, contrary to 
previous evaluation of ts mutant viruses in rodents, the
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results show that a high level of stability of Lhe ts 
phenotype Qf the cpRSV derived mutants following prolonged 
replication in rodents was achieved, which represents ة 

significant and heretofore unattained very desirable property 
in the viruses of the invention.

Table 2. Replication of cpts and СРЗР- RSV mutants in BALB/c Tnicex

Virus titer at 3 ؟。؟
(mean log iopfu/g tissue from the tissues of ج animals ± standard error) 

Day 4 ■ Day 5

Animals Shutoff
infected

with
Temp.
virus

of
(٠C)

Nasal
Turbinates Lungs

Nasal
Turbinates Lungs

Α2 wild-type >40 5٠0+0.16 5.8 ±0,20 5٠0±0ل.1 5,8 士 0.19
cpRSV ح40 4,7 ة 0.07 5.3 ة 0.18 4.8 ب 0.16 5.3 ج 0.21
ts-1 38 4،0ب0٠ل9 4.7:0.27 3.8 ΐ 0.33 4.9 ΐ 0.13

cpsp!43 >40 4.5 ±0.14 4:1 土 0.37 4.4 ±0.39 ه؛ع.ه.٦5
40 4.8+0.15 5.1 ة 0.35 4.7 ة 0.08 5.4 ة 0.23

Cpts274 40 4.2 ة 0.19 5.0 ة 0.15 4.2 ؛0.11 5.1 ة 0.55
cpts ٩^٦ 40 4.4 ة 0.32 4.9 ة 0.40 4.5 ة 0.33 5.2 ن 0.35
cpts!42 39 4.1 ة 0.34 5.0 ±0.19 4.3 ة 0.24 5.8 ة 0.4◦
cpts٠2S3 39 3٠9+0.1ل 5.2 ة 0.15 3.9 ة 0.32 5.0 ة 0.29
cpts475 39 4◦. ة 0.18 5.3 ة 0.25 4.1 ة 0.23 4.9 ج 0.42
cpt٢s530 39 3.9 ن 0.18 5.3 ة 0.15 3.9+0.14 5.3 ة 0.ول
Cpcs248 38 3.9 ة 0.33 5.1 ة 0.29 4.2 ة 0.13 5.5 ؛0.35

Mice were administered 10 ل ه٠ل  p.f.u. intranasally in a 0.1 ml inoculum on 
day 0, then sacrificed on day 4 or 5.
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In Chimpanzees
The level of attenuation of the cpRSV ts derivative 

was next evaluated in the seronegative chimpanzee, a host most 
closely related to humans. Trials in chimpanzees or owl 
monkeys are conducted according tO the general protocol Of 
Richardson et al./ J. Med. Virol. 3:91-100 (1979); Crowe et 
al., Vaccine 11:1395-1404 (1993), which are incorporated 
herein by reference. One ml ◦f suspension containing
approximately 1〇4 plaque-forming units (PFU) of mutagenized, 
attenuated virus is given intranasally to each animal ٠ An 
alternate procedure is tO inoculate the RSV into both the 
upper and lower respiratory tract at a dose ◦f 10ه PFU 
delivered to each site. chimpanzees are sampled daily for 10 
days, then every 3-4 days through day 20. The lower 
respiratory tract of chimpanzees can be sampled by tracheal 
lavage according to the protocol of Snyder et al., J. Infec. 
Dis. 154:370-371 (1986) and Crowe et al., Vaccine 11:1395-1404 
(1993). Some animals are challenged 4 to ج weeks later with 
the wild-type virus ٠ Animals are evaluated for signs of 
respiratory disease each day that nasopharyngeal specimens are 
taken. Rhinorrhea is scored from 0 to 4+/ with 2+ or greater 
being considered as evidence of significant upper respiratory 
disease.

Virus is isolated from nasal and throat swab 
specimens and tracheal lavage fluids by inoculation into 
RSV٠sensitive HEp-2 cells as described above. Quantities ◦f 
virus can also be determined directly by the plaque technique 
using ΗΞρ-2 cells as described in Schnitzer et al., ل. Virol I 
17:431-438 (1976), which is incorporated herein by reference.
Specimens of serum are collected before administration of 
virus and at 3 to 4 weeks post٠inoculation for determination 
of RSV neutralizing antibodies as described in Mixls et al.,
J. Immununol. 107:123-130 (1970), which is incorporated herein 
by reference.

The most ts and attenuated of the cpRSV derivative 
(cpts248) was studied and compared to wild-type RSV and the 
cpRSV parent virus (Table 4). Replication of the cpRSV parent 
virus was slightly reduced in the nasopharynx compared to
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wild-type, there was a reduction in the amount of rhinorrhea 
compared to wild-type virus, and there was an approximate 
600-fold reduction in virus replication in the lower 
respiratory tract compared to wild-type. clearly, the cp 
virus was significantly restricted in replication in the lower 
respiratory tract of chimpanzees, a very desirable property 
not previously identified from prior evaluations of cpRSV in 
animals or humans. More significantly, the cpts 248 virus was 
10-fold restricted in replication in the nasopharynx compared 
to wild-type, and this restriction was associated with a 
marked reduction of rhinorrhea. These findings indicated that 
the cpRSV derived mutant possesses two highly desirable 
properties for a live RSV vaccine, namely, evidence Of 
attenuation in both the upper and the lower respiratory tracts 
of highly susceptible seronegative chimpanzees. The level of 
genetic stability of the virus present in the respiratory 
tract ◦f chimpanzees immunized with cpts248 was evaluated next 
(Table 5). The virus present in the respiratory tract 
secretions retained the ts phenotype, and this was seen even 
with the virus from chimpanzee No. 3 on day 8 that was reduced 
100-fold in titer at 4O٠C and exhibited the small plaque 
phenotype at 40٠Cz indicating that its replication was still 
temperature-sensitive. This represents the most genetically 
stable ts mutant identified prior to the time of this test.
The increased stability of the ts phenotype of the cpts24Q and 
cpts530 viruses reflects an effect of the cp mutations on the 
genetic stability of the mutations that contribute to the ts 
phenotype in vivo. Thus, the ts mutations in the context of 
the mutations already present in the cp3131 parent virus 
appear to be more stable than would be expected in their 
absence. This important property has not been previously 
observed or reported. Infection of chimpanzees with the cpts 
248 induced a high titer of serum neutralizing antibodies, as 
well as antibodies to the F and G glycoproteins (Table 6). 
Significantly, immunization with cpts248 protected the animals 
from wild-type RSV challenge (Table 7) , indicating that this 
mutant functions as an effective vaccine virus in a host that 
is closely related to humans.
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These above-presented findings indicate that the 

cpts248 virus has many properties desirable for a live RSV 
vaccine, including: 1) attenuation for the upper and lower 
respiratory tract; 2) increased genetic stability after

5 replication in viVO, even after prolonged replication in
immunosuppressed animals; 3) satisfactory inmunogenicity； and 
4) significant protective efficacy against challenge with 
wild-type RSV. The cpts530 virus shares with cpts248 similar 
temperature sensitivity Of plaque formation/ a similar degree

10 Of restrictif Of replication in the nasal turbinates of mice, 
and a high level of genetic stability in immunodeficient nude 
mice, whereby it also represents an RS virus vaccine strain.
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Table 5. Genetic stability Of virus present in original nasopharyngeal 
(NP) swabs or tracheal lavage (TL) specimens obtained from animais 
experimentally infected with cptsRSV 248.

Titer of RSV at indicated 
temperature {loq1f1pfu/ml)

Virus
Obtained on

Chimpanzee NP swab or post٠infection Titer at Titer at Titer at
ηυέβΓ TL specimen dav З2٠с З9٠с 4O٠C

1٥ NP 3 3.2 ٢٠٠٩> NT
11 4 ح�٠ .لا؟<٩ NT
١١ 5 4,2 <0.7 NT

6 3.8 <0.7 NT
(1 ᄀ ،P、 <0.Ί NT
11 8 4.5 0٠7> NT
« 9 2.6 <ϋ٠٦ NT
أ 10 2.0 <ϋ٠٦ OT
TL 6 5.4 ه<٠٩ NT
٦١ 8 2٠Ί <ϋ،٩ NT

2٥ NP 3 3٠2 (ϋ ٠٩ NT
١١ 4 ٦٠Ί <ϋ،Ί NT
11 5 4.5 <ϋ٠٦ NT

6 4.1 <ύ.٩ HT
ᄀ 3.3 ه<٠٩ NT

أ 8 4٠2 ال؟<٦ NT
II لأ 2.8 (٢.ل٩ NT

ا١ 10 1.6 ه(٠٩ NT
TL 6 2٠٠2 <ϋ٠٦ OT

3 NP 3 2٠٩ <0.7 0٠٩>
,・ 4 3.4 <0.7 لًا<٠٩

\١ 5 2.9 <ϋ٠Ί د؟يم٠٩
١、 6 3(3 0٠٦> 0٠٦>

ᄀ 3.4 0_フ٥ <0.7
« 8 4.7 3.5٥ 2.0ء
١١ 9 1.9 く0.7 (ϋ.Ί
TL 6 1.8 <٩.Ί (٢ل٠٦

8 1.9 1.2ئ <0.7
10 2.1 ل٠3ه (٢اد٩

4 NP 3 ٦.٦ <ϋ.٦ NT
“

II

١١

It

١١

4
5
6 
ᄀ
8
9

٦٠Ί
3.4
3.3
4.2
3.5
2.1

<0.7
<0.7
<0.7

.ه<٦
.د�<٦
<٢.د٩

NT
NT
NT
ОТ
NT
NT

TL 8 2.2 .ه<٩ NT

Not tested = م
 Isolates (once-passaged virus suspensions with average titer log ع

Of 4.0〉 were generated from these chimpanzees from each
original virus-containing nasopharyngeal swab specimen or tracheal 
lavage specimen and tested for efficiency of plaque formation at 32  ٠شم
39٥ and 4O٥C. No isolate was able to form plaques at 39٠c. Isolates 
from chimpanzees 3 and 4 were not tested in this manner.

b The percent titer at 39٥۶ versus that at 32。؟: NP swab day 7 =
0.2%, NP swab day 8 = 6Τ, TL day Θ - 20%, TL day 10 = 16%. ة1ل  plaques 
were of small-plaque phenotype only； no wild-type size plaques seen, 

c The percent titer at 4O٠C versus that at 32٠c was 0.2؟. All 
plaques were of pinpoint-plaque phenotype; wild-type size plagues were 
not detected.
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Table 6. Serum antibody responses of chimpanzees infected with RSV 
cpts٠248, ср-RSV/ or RSV Α2 wild-type

Serum antibody titers 
(reciprocal mean loc“) . 

Animals
immunized

with
١٦٠. ot 

Chimpanzees

Neulralizinq ELISA-F ELISA-G

Dav 0 Dav 28 ϋ Lav ةلآ٦ي 28 Day 0 Dav 28

cpts-248 4 3٠3> 10.7 7.3 15.3 6.3 9٠8
cp-RSV 4 3٠3> 11.2 11.3 15.3 9.3 12.3
RSVA2 4 3٠3> 11.2 8.3 ت5٠3 7.3 10.3
wild-type
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Further Attenuations
Since RS virus produces more symptoms Of lower 

respiratory tract disease in human infants than in the 1-2 
year old chimpanzees used in these experimental studies, and 
recognizing that mutants which are satisfactorily attenuated 
for the chimpanzee may not be so for seronegative infants and 
children, the cpts24& and 530 derivatives, which possess the 
very uncharacteristic ts mutant properties of restricted 
replication and attenuation in the upper respiratory tract and 
a higher level of genetic stability, were further mutagenized.

Progeny viruses that exhibited a greater degree of 
temperature-sensitivity in vi tro than cpts248 or that had the 
small plaque phenotype were selected for further study.
Mutant derivatives ◦f the cpts248 that possessed one or more 
additional ts mutations were produced by 5-fluorouracil 
mutagenesis (Table 8〉 . Ts mutants that were more
temperature-sensitive (ts) than the cpts248 parental strain 
were identified, and some of these had the small plaque (sp) 
phenotype. These cpts248 derivatives were administered to 
mice. cpts248/804, 248/955, 248/404, 248/26, 248/18, and 
248/240 mutants were more restricted in replication in the 
upper and lower respiratory tract of the mouse than their 
cpts248 parental virus (Table 9) ٠ Thus, viable mutants of 
cpts248 which were more attenuated than their cpts248 parental 
virus were identified, and these derivatives Of cpts24Q 
exhibited a wide range of replicative efficiency in mice, with 
cpts248/26 being the most restricted. The ts phenotype of the 
virus present in nasal turbinates and lungs of the mice was 
almost identical to that of the input virus, indicating 
genetic stability. A highly attenuated derivative of cpts248, 
the cpts248/404 virus, was 1000-fold more restricted in 
replication in the nasopharynx compared to wild-type. The 
cpts248/404 mutant/ possessing at least three attenuating 
mutations, was also highly restricted in replication in the 
upper and lower respiratory tracts ◦f four seronegative 
chimpanzees and infection did not induce rhinorrhea (Table 
10) . Again, this virus exhibited a high degree of reduction 
in replication compared to wild-type, being 60,O0O٠f٥ld
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reduced in the nasopharynx and 100,000-fold in the lungs. 
Nonetheless, two chimpanzees which were subsequently 
challenged with RSV wild-type vims were highly resistant 
(Table 11)٠

Five small-plaque mutants Of cpts248/404 were 
derived by chemical mutagenesis in a similar fashion tO that 
described above. Suspensions of once-amplified plaque progeny 
were screened for the small-plaque (sp) phenotype by plaque 
titration at 32٠c on HEp-2 cells, and working suspensions of 
virus were prepared as described above.

Five of the plaque progeny of the mutagenized 
cpts248/404 virus exhibited a stable sp phenotype. The 
shut-off temperature ◦f each mutant was 35٠c or less (Table 
12), suggesting that each of these sp derivatives ◦f the 
cpts248/404 virus also had acquired an additional ts mutation ٠ 

Following intranasal inoculation Of Balb/c mice with 10 ج٠ل  

p.f.u. of a sp derivative of the cpts248/404, virus could not 
be detected in the nasal turbinates ◦f mice inoculated with 
any of these sp derivatives. However, virus was detected in 
low titer" in the lungs in one instance. These results 
indicate >300-fold restriction of replication in the nasal 
turbinates and 〉10,000-fold restriction in lungs compared with 
wild-type RSV.

Further ts derivatives of the ٠pts530 virus were 
also generated (Table 13). As with the cpts248 derivatives, 
the cpts-530 derivatives were more restricted in replication 
in mice than the cpts530 parental strain. One mutant, 
cpts-530/l009, was 30 times more restricted in replication in 
the nasal turbinates Of mice. This cptsEi3Q derivative, is 
also highly restricted in replication in the upper and lower 
respiratory tract of seronegative chimpanzees (Table 14). In 
the nasopharynx, cpts530 was 30-fold restricted in
replication, while cpts530/1009 was 100-fold restricted 
compared to wild-type virus. Both of the cpts mutants were 
highly restricted 〈20,000 to 32,000-fold) in the lower 
respiratory tract compared with wild-type virus, even when the 
mutants were inoculated directly into the trachea. Also, 
chimpanzees previously infected with cpts530/1009/ cpts530 or
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cpRSV exhibited significant restriction of virus replication 
in the nasopharynx and did not develop significant rhinorrhea 
following subsequent combined intranasal and intratracheal 
challenge with wild-type RSV (Table 15). In addition, 
chimpanzees previously infected with any of the mutants 
exhibited complete resistance in the lower respiratory tract 
to replication of wild-type challenge virus.

These results were completely unexpected based ◦n 
experience gained during prior studies. For example, the 
results of an earlier study indicated that the in vivo 
properties of RSV ts mutants derived from a single cycle of 
5 - fluorouracil mutagenesis could not be predicted a priori. 
Moreover, although One of the first four ts mutants generated 
in this manner exhibited the same shut off temperature for 
plaque formation as the other mutants, it was Overattenuated 
when tested in susceptible chimpanzees and susceptible infants 
and young children (Wright et al.. Infect Immun. 37 
(1):397-400 (1982). This indicated that the acquisition of
the ts phenotype resulting in a 37-38٠C shut ◦ff temperature 
for plaque formation did not reliably yield a mutant with the 
desired level of attenuation for susceptible chimpanzees, 
infants and children. Indeed, the results of studies with 
heretofore known ts mutants completely fail to provide any 
basis for concluding that introduction of three independent 
mutations (or sets of mutations) into RSV by cold-passage 
followed by two successive cycles ◦f chemical mutagenesis 
could yield viable mutants which retain infectivity for 
chimpanzees (and by extrapolation, young infants) and exhibit 
the desired level ◦f attenuation, immunogenicity and 
protective efticacy required of a live virus vaccine to be 
used for prevention of RSV disease.

The above-presented results clearly demonstrate that 
certain ts derivatives of the cpRSV Of the invention have ة 

satisfactory level of infectivity and exhibit a significant 
degree of attenuation for mice and chimpanzees. These mutant 
derivatives are attenuated and appear highly stable 
genetically after replication in vivOi These mutants also 
induce significant resistance to RSV infection in chimpanzees.
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Thus, these derivatives of cpRSV represent virus strains 
suitable for use in a live RSV vaccine designed to prevent 
serious human RSV disease.
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Effect of Passively-Acquired Serum RSV Antibodies
on cpts Mutants in Chimpanzees

In order tQ examine the effect of passively-acquired 
serum RSV antibodies on attenuation, immunogenicity and 
protective efficacy of various cpts mutants Of the invention 
in chimpanzees, the in vivo replication Of cpts248,
Cpts248/4O4, and cpts530/1009, was evaluated in seronegative 
chimpanzees which were infused with RSV immune globulin two 
days prior to immunization (Table 16) ٠ Antibody was passively 
transferred in order to simulate the conditions which obtain 
in young infants who possess maternally-derived RSV 
antibodies. In this way, it was possible to assess the 
immunogenicity of each indicated mutant in the presence of 
passive RSV antibodies to determine whether the replication Of 
highly attenuated viruses might be so reduced in infants with 
a moderate to high titer of passive antibodies as to preclude 
the induction Of a protective immune response. It would also 
be possible to define the nature Of the antibody response to 
immunization in the presence of passively acquired antibodies, 
and to define the extent and functional activity of the 
antibody response to virus challenge. The level of virus 
replication in the nasopharynx and the associated clinical 
score for the attenuated mutants was either not altered or 
only moderately altered by the presence of serum RSV 
antibodies when the infection of those animals was compared to 
that of non-infused seronegative chimpanzees. In contrast, 
the presence of passively-acquired antibodies effectively 
prevented virus replication ◦f cpts248 in the lower 
respiratory tract. Because the other two mutants were already 
highly restricted in the lungs, the similar effect of passive 
antibodies could not be evaluated against those mutants.

Infusion Qf human RSV immune globulin yielded 
moderately high serum levels cf RSV F antibodies (titer 1:640 
to 1:1600〉， and neutralizing antibodies (titer 1:199 ta 
1:252)/ but not appreciable amounts ◦f serum RSV G antibody 
detectable above background (Table 17). Chimpanzees who were 
infused with human RSV antibodies prior tO immunization with 
cpts248/404, cpts530/1009/ or cpts248 developed Only one-tenth
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the quantity of RSV F antibodies and about one-half the titer 
of neutralizing antibodies by day 42 post٠immunization, 
compared lo non-infused immunized animals tested 28 days 
post-immunization. Because the infused human IgG contained 
substantial amounts of RSV F and RSV neutralizing antibodies, 
the residual antibodies from the infusion present in the 
42-day serum samples could not be distinguished from 
antibodies produced de novo in response to immunization.
Given the half-life of human serum IgG antibodies in 
chimpanzees (Prince et al., Proc. Natl. Acad. Sci. USA 
85:6944-6948), the observed levels Of F and neutralizing 
antibodies on day 42 following immunization with cpts are 
higher than would be predicted for a residuum Of the infusion. 
In addition, the RSV G antibody response following 
immunization of the infused animals confirms that these 
chimpanzees mounted an immune response to immunization.

Four to six weeks following immunization the 
chimpanzees were challenged with wild-type RSV٠ Each ◦f the 
animals exhibited complete resistance in their lower 
respiratory tract, whether or not human IgG was infused two 
days before immunization (Table 18). Non-infused animals 
developed a modest neutralizing antibody response to challenge 
or none at all (Table 17》. In contrast, the infused 
chimpanzees uniformly developed an unusually high titer of RSV 
neutralizing antibodies in response to wild-type virus 
challenge despite the fact that virus replication had been 
severely restricted (Tables 17 and 18) . Moreover, following 
immunization in the presence of antibodies the most attenuated 
virus, cpts248/404, which exhibited the lowest level of virus 
replication and immunization, had the highest post-challenge 
neutralizing antibody titers (Table 17). In contrast, the 
least attenuated virus, cpts248, had the lowest post-challenge 
neutralizing antibody titer of the three groups of infused 
animals. In addition to an increase in the quantity Of the 
antibodies induced by immunization in the presence of 
antibodies, the quality of the antibodies, as measured by the 
neutralizing to ELISA F antibody titer ratio, was
significantly greater than that induced by immunization in
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seronegative animals (Table 17) . The neutralizing/ELISA F 
ratio of the antibodies produced in the infused immunized 
animals post-challenge was about 10- to 20-fold higher than in 
the non-infused animals and was consistent in all groups, 
regardless of mutant used to immunize (Table 17) .

The presence of passively-acquired antibodies at the 
time of immunization with a live virus vaccine might alter the 
immune response to vaccine in three distinct ways. First, a 
significant decrease in the level of replication of vaccine 
virus might occur that results in decreased immunogenicity.
It is possible that the passively-transferred RSV antibodies 
could restrict the replication Of the vaccine viruses, 
especially the most defective mutants, and greatly decrease 
their immunogenicity. The results presented herein indicate 
that replication of the least attenuated mutant (cpts248) in 
the lower respiratory tract was indeed abrogated by the 
presence of passively-acquired serum IgG RSV antibodies, 
whereas replication in the upper" respiratory tract did not 
appear to be significantly affected. The replication of the 
least attenuated mutant tested, cpts248, was ^200-fold more 
(i.e. completely) restricted in the lower respiratory tract in 
the presence Of antibodies. The level of replication of the 
more attenuated mutants, cpts530/l009 and cpts248/404, in the 
lower respiratory tract was highly restricted even in the 
seronegative animals. Therefore, a significant effect of 
passive antibodies ◦n virus replication could not be detected. 
Immunization with each of the three attenuated mutants induced 
a high degree of protection against wild-type challenge in 
both the upper and lower respiratory tracts, whether or not 
passively-acquired RSV antibodies were present at the time of 
immunization. Thus, the level Of replication Of the vaccine 
viruses in the upper respiratory tract Of passively-immunized 
chimpanzees was sufticient to induce a high level of
resistance to wild-virus challenge which was comparable to 
that induced in non-infused animals.

Second, passive antibodies can alter the immune 
response to infection by causing a decrease in the amount and 
functional activity Of antibodies that are induced. For this
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reason the magnitude and the character of the antibody 
response to live virus immunization in the presence of passive 
antibodies was analyzed. Postimmunization serum ELISA IgG F 
antibody titers of immunized, infused animals were 10-fold 
lower than the postimmunization F titers of non٠infused 
seronegative animals. The serum RSV neutralizing antibody 
response was also slightly decreased in those animals, on 
average being 2-fold lower than in non-infused animals.
Because some of the ELISA F and neutralizing antibodies 
detected postimmunization represent residual antibodies from 
the infusion, the actual decrease of the neutralizing and F 
antibody response caused by preexisting antibodies is probably 
even more significant than is apparent. Moreover, the human 
immune globulin preparation used contained a low level Of 
antibodies to the G glycoprotein Of RSV (Table 17). This 
petted an examination of the IgG RSV G glycoprotein antibody 
response of the chimpanzees to infection with the candidate 
vaccine viruses. The G antibody responses demonstrated at 
least a 4-fold or greater increase, indicating that each of 
the passively-immunized animals was infected by vaccine virus, 
including chimpanzees immunized with cpts248/404 which did not 
shed virus. The magnitude of the G antibody response to 
immunization did not appear to be adversely influenced by the 
passively transferred antibodies.

Thirdly, the antibody response tO RSV wild-type 
virus challenge Of animals immunized in the presence of 
passively-acquired antibodies could be altered. Chimpanzees 
immunized in the absence of infused antibodies exhibited 
significant resistance to subsequent RSV challenge. In 
addition, these animals failed tO develop an appreciable 
antibody response to challenge virus. Although each of the 6 
infused, immunized animals also exhibited significant 
resistance to RSV, a greatly enhanced antibody response to 
challenge was observed. Post-challenge F or G antibody levels 
in the treated animals immunized with cpts530/1009 or 
cpts248/404 were increased at least 10-fold, while the 
neutralizing antibody response represented as much as an 800- 
fold increase. These results suggest that repeated
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immunization Of infants possessing maternal antibodies with 
live attenuated mutants beginning very early in life might 
stimulate effective resistance and an associated enhanced 
secondary antibody response of high quality. The mechanism

5 responsible for an enhanced immune response to second
infection in the absence of appreciable replication of the 
challenge virus is not understood. The presence of serum 
antibodies at the time of immunization, while allowing a 
modest antibody response to immunization in infused animals,

10 favors the development of a B cell repertoire that elaborates
antibodies of highly functional activity following subsequent 
RSV challenge.

The results reported herein are highly significant 
in that for the first time live attenuated RSV virus vaccine

15 has been shown to be efficacious in an animal model which
mimics the target population for an RSV vaccine, i.e. the four 
to six week old infant having passively acquired RSV
neutralizing antibodies as a result of transplacental transfer 
from the mother. The importance of this finding is clear from

20 the fact that, as discussed, supra٠ the high expectation that
the passively transferred RSV antibodies would have inhibited 
the replication of the cpts vaccine, rendering it non- 
immunogenic and non-protective has, surprisingly, not been 
borne out.

25
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EXAMPLE II
Use of Cold Adaptation to Attenuate cpRSV Mutants

This Example describes the introduction of growth 
restriction mutations into incompletely attenuated host 
range-restricted cpRSV strains by further passage of the strains 
at increasingly reduced temperatures to produce derivative 
strains which are more satisfactorily attenuated for use in 
human vaccines.

These cold-adaptation (ca) approaches were used to 
introduce further attenuation into the cpRSV 3131 virus, which 
is incompletely attenuated in seronegative children.

Under the first strategy, a parent stock Of 
cold-passaged RSV Α2 (cpRSV 3131) obtained from Flow 
Laboratories was prepared by passage in MRC-5 cells at 25٠c as 
described in Example 1. Briefly, cold٠passaged virus was 
inoculated into MRC-5 or Vero cell monolayer culture at a 
multiplicity of infection of 0.01 ح and the infected cells were 
incubated for 3 to 14 days before subsequent passage. Virus was 
passaged over 20 times at 20-22٠C to derive more attenuated 
virus. The technique of rapid passage, as soon as the first 
evidence of virus replication is evident (i.e., 3 to 5 days), 
was preferable for selection of mutants able to replicate 
efficiently at low temperatures. Additionally, an RSV subgroup 
B strain, St. Louis/14617/85 clone 1A1, was isolated in primary 
African Green monkey kidney cells, passaged and cloned in MRC 
cells (1A1-MRC14), and cold-passaged 52 times in MRC-5 or Vero 
cells at 32 to 22٥c٠

A second strategy employed a biologically cloned 
derivative of the uncloned parental cpRSV 3131 virus. This 
virus was biologically cloned in bovine eÉryonic kidney (BEK) 
cells [the tissue used to originally derive the cpRSV 3131 
٧i:rus--see Friedewald et al., ل٠ Amer. Med, Assoc٠ 204:690-694 
(1968}] . This cloned virus was then passaged at 10 day 
intervals in Vero cells at low temperature. Alternatively, the 
cpRSV 3131 virus was cloned by two serial terminal dilutions 
(TD2P4) in MRC-5 cells and passaged at 10-day intervals in MRC-5 
◦r Vero cells.
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The third strategy involved selection Of mutants that 
produce large plaques at low temperature. An RSV 3131 
derivative virus designated plaque DI that produces large 
plaques at 25٠c has been identified. This virus was derived 
from the third passage (РЗ) level of the cp3131-l (BEK) lineage 
cp3131-17 (BEK) lineage. The largest plaque produced by РЗ 
virus was amplified at 32٠c, then re-plaqued at 25٥c. Once 
again the largest plaque was selected, amplified, and 
re-plaqued. After five such cycles, large placque mutant virus 
DI was obtained. DI was biologically cloned by two additional 
cycles of plaque،to٠plaque purification at 25٥c٠

Biologically cloned virus DI produces distinctly and 
uniformly larger plaques at 25٥c than cp3131 or wild type virus 
Α2. Thus DI is cold adapted by the criterion ◦f large plaque 
size at 25٥C٠ Efficiency of plaque formation studies
demonstrated that DI is not temperature sensitive. At 37٠c, DI 
plaques are indistinguishable from those of wild-type RSV or 
cp3131, suggesting that DI is not restricted in growth at this 
temperature. Consistent with this, DI produces extensive 
cytopathic effects in Vero cell monolayers at 37٠c and 4O٥C 
(i.e. the highest temperatures tested).

EXAMPLE III
Introduction of Further Attenuating Mutations into ts-R5V

This Example describes the use Of ts mutants as 
parental viruses to produce more completely attenuated strains. 
Two RSV Α2 ts mutants were selected for this process, namely 
ts-4 and ts-1 NG1٠ Two distinct methods were chosen to 
introduce additional mutations into the RSV ts mutants. First, 
the incompletely attenuated RSV ts mutant was subjected tO 
chemical mutagenesis, and mutagenized progeny that are more 
temperature-sensitive with regard to plaque formation were 
selected for further analysis· Second, the RSV ts mutants were 
passaged at low temperature to select RSV nts mutants with the 
ca phenotype, i.e., increased capacity t◦ replicate at 
suboptimal temperature compared to wild-type parental virus·

A parent stock of ts-1 NGl virus was prepared from 
Flow Laboratories Lot Μ4 of live Respiratory Syncytial Virus
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(Α-2) ts-1 NG-1 mutant, MRC-5 grovm virus. This mutant/ derived 
from the ts-1 mutant by a second round ◦f mutagenesis using 
nitrosoguanidine, possesses two or more independent ts 
mutations, but stiil induces substantial rhinorrhea in 
susceptible chimpanzees. This virus was passaged twice in Vero 
cells at 32٠c to create a ts-1 NG-1 suspension for mutagenesis. 
The virus was then grown in the presence of 4xlO"4M
5-fluorouracil to induce additional mutations during replication 
Or was exposed tO 5-azacytidine at 3б٠с after 5-fluorouracil 
treatment. The mutagenized stock was then analyzed by plaque 
assay on Vero cells that were maintained under an agar overlay, 
and, after an appropriate interval of incubation, plaques were 
identified microscopically. 586 plaques were picked, and the 
progeny of each plaque were separately amplified by growth On 
fresh monolayers Of Vero cells. The contents of each ◦f the 
tissue cultures inoculated with the progeny Of a single plaque 
of mutagenized ts-1 NG-1 virus were separately harvested when 
cytopathic effects on the Vero cells appeared maximal. Progeny 
virus that was more temperature-sensitive than ts-1 NGl was 
sought by titering these plaque pools on ΗΕρ2 cells at 32٠c and 
36٠c. Any virus exhibiting greater temperature sensitivity than 
ts-1 NGl (i.e., 100-fold or greater* reduction in titer at 
restrictive temperature [36٠C] compared to 32٠Ο was evaluated 
further. Six plaque progeny more ts than the tsRSV ts-1 NG-1 
parent virus were identified and these strains were biologically 
cloned by serial plaque-purification on Vero cells three times, 
then amplified on Vero cells. The cloned strains were titered 
at З2٠с, З5٠с, 3б٠с, 37٠c, and 38٠c (efficiency of plaque 
formation assay) to confirm their ts phenotype. Efficiency Of 
plaque formation data generated by assay on HEp-2 cells further 
confirmed the phenotype of the six mutants (Table 19).

The two most ts viruses, Α-20-4 and Α-37-8, were 
highly attenuated in mice compared to their ts٠l NGl parent 
virus, indicating that acquisition of increased level of 
temperature sensitivity was accompanied by augmented attenuation 
(Table 20) . These viruses were infectious for mice because they 
induced an antibody response. The ts-1 NGl/A-20-4 virus is 
attenuated for chimpanzees (Table 21) and infection of
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chimpanzees with ت-ةع NGl/Α-20-4 induced resistance to wild-type 
virus challenge (Table 22). significantly, rhinorrhea does not 
occur.

Mutagenesis of the ts-4 virus was also performed, 
using the same method as for mutagenesis of ts-1 NGl, virus. 
Mutations were also introduced into the ts-4 viruses by 
cold-passage. The ts~4 virus replicates tO high titer at 22٠c 
after 43 cold-passages. Six plaque progeny that were more ts 
than the RSV ts-4 parent virus were identified (Table 23). The 
ts-4 cp-43 is even further restricted in replication in Balb/c 
mice (Table 24).

Table 19. Efficacy of plague formation Qf ÈS-1NG! derivatives
Virus Titer (loq٦۵Dfu/ml) at indicated temoerature

32٥ 35٥ 36٠ 37° 38°
Α-204(4-1)٥ *5٠9 <1 <1 <1 <1
Α-37-θ(1-2)٥ 6.3 6.3 <1 <1 <1
A-15-7 3.5 ND 2٠1 1٠5 <1
Α-25-8 5.3 ND 5.0* 4.8* <1
Α-21 5.1** ND 4.8** 4.5** <1
TslNGl G خ. 6.5 <1

a. Зх plaque purified
* Small-plaque phenotype (<50% wild-type plaque size；!
*★ Pinpoint-plaque phenofype (<10% wild-type ¿laque size 
ND = Not Done
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Table 2٠・ Replication of ts-1 NGl parent and progency viruses in Balb/c 
mi ce ٦ 一 ,

Virus
Dose

(l٠٩١٥pfu)
Day p٠٠t٠
Infection Titer in Lunq Titer in Ltinq

ل2٠ 3β٠ 32· 38·

Α2 wt €.1 4 4 0.32٤ ٠ .،،4 ٠دأ؛د�ة٠٦؟ 4٠О؛Э٠1В ل.2عو0.3ل
5 3 S5؛هد0٠ل ،25 ع 0٠ة3 3.40 ؛2.0 3.47 ث 0.17

TslNGl S٠١ 4 ه٠3؛ل 0.17 <2.0 2٠02؛0ة.5 (٦ل؟.
5 3.98 ؛٠،12 <2.0 2.74؛ 0.31 <2.0

TelNGl/A٠20٠4 6.1 4 <2.0 <2ا٠ ،2.0
5 2٠٥> 2٠0> ،2.0 <2.0

TslNGl/A٠37٠8 ،.3 ٠ 2٠٠> <2.0 ،2.0 <2.0
5 <2.0 <2.0 <2.0 <2.0

Mean logi0 pfu/g of indicated tissue ± standard error. 6 animals/group.
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Table 24. Replication Of RSV ٠4ءح and RSV ts-4 cp٠43 in Balb/c mice:

5

10

٦5

20

25

30

35

40

45

Virus used to 
infect animals:

Shutoff
temperature of 
—virus fc٠)

Virus titer (mean logioPfu/g tissue
of six animals + standar¿ error)

Nasal turbinates Lunas

Α2 wild-type 
ts-4
ts-4 cp-43

0
9
7

4
3
3

+
1  

+
1  

+
1

0

3

مل

5
4
2

0.14
0.09
0.09

+
1  

+
1  

+
1

2
7
7

5
4
2

0.05
0.11
0.27

Mice were administered 1 ج؟ لما.ع.لأ . intranasally linder light anesthesia 
on day 0, then sacrificed by co2 asphyxiation on day 4.

Exan^le IV
RSV Subgroup B Vaccine Candidates

This Example describes the development of RSV 
subgroup B virus vaccine candidates. The same approach used for 
the development Qf the subgroup A mutants of the invention was 
utilized for the subgroup B viruses. A parent stock of
wild-type Β-1 RS virus was cold-passaged 52 times in Vero cells 
at low temperature (20-25٠Ο and the virus was subjected to 
plaque purification at passages 19 and 52 ٠ Three of the clones 
derived from the passage 52 suspension were evaluated 
independently, and one clone, designated RSV B-lcp52/2B5^ was 
selected for further evaluation because it was highly attenuated 
in the upper and lower respiratory tract of the cotton rat 
(Table 25) . An evaluation ◦f several clones at different 
passage levels of the cp RSV Β-1 virus indicate that the RSV 
B-lcp52/2B5 mutant sustained multiple mutations that 
independently contribute to its attenuation phenotype. The RSV 
B-lcp52/2B5 mutant retained its attenuation phenotype following 
prolonged replication in immunosuppressed cotton rats (Table 
2G) . This finding Of a high level of genetic stability is 
consistent with the fact that it possesses three mutations 
contributing to the attenuation phenotype.

Further evaluation ◦f the subgroup B mutants in order 
to characterize them in a similar manner as the subgroup A 
mutants, was carried out in Caribbean Green monkeys (Tables 27 
and 28) and chimpanzees (Table 29). Monkeys immunized with 
either RSV Β-1 cp-23 or cp52/2B5 were resistant to replication 
of RSV B٠1 wild-type virus, indicating that infection with the 
highly attenuated derivatives ◦f the RSV Β-1 wild-type virus was
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sufficient to induce resistance to wild-type challenge (Table 
27).

The results in the seronegative chimpanzee م like that 
in the Green monkeys, clearly evidence the attenuation of the

5 RSV B-lcp52/2B5 in the upper and lower respiratory tracts.
The RSV Β-152/2Β5 mutant has been further mutagenized

with 5-fluorouraci1 and the resulting plaques picked and 
screened at 32٠ vs. 38٥c for the ts phenotype. The selected 
cpts mutants were plaque-purified three times in Vero cells and

10 then amplified twice in Vero cells. As a result, seven cpts
mutants of RSV B-lcp52/2B5 have been identified (Table 30) and 
their level of replication in cotton rats has been studied 
(Table 31). One Of these mutants, namely cptslief was further 
mutagenized and a series Of mutant derivatives were Obtained

15 that were more ts in vi tro than the RSV B-lcpts 176 parent virus
(Table 32〉.

As with the subgroup A mutants ◦f the invention, the 
subgroup B mutants are infectious and exhibit a significant 
degree of attenuation for cotton rats, monkeys, and chimpanzees.

20 Despite attenuation in vivo, the RSV Β-1 cp mutant viruses
induced resistance in monkeys against wild-type challenge. The 
ts mutants of the RSV Β-1 cpts52/2B5 virus are attenuated and 
demonstrate a more restricted level ◦f replication in the 
nasopharynx and lungs of the cotton rat than the RSV Β-1 52/2Β5

25 parent virus ٠
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5

10

15

20

25

Virus recovery (loqmPfu/q tissue) on dav 4* 
Nasal turbinates Lungs

Virus used to infect

Table 25. Replication in cOtton rats of RSV Β-1 wild-type compared with five 
plaque-purified cold-passaged mutants derived from RSV كئ-ق in two separate 
experiments.

animals on dav 0** Ex٠٠ 1 Εχϋ. 2 Exp.,1 Exp. 2

RSV Β-1 wild-type 4.7 ±0.14 5.1 ب 0.10 5.4 + 0.15 5.8土 0٠0ة
RSV Β-1 σρ-12/ΒΙΑ nd 3.3 ± 0.15 nd 4.4 + 0.10
RSV Β-1 cp-23 nd 2.4 ؛ 0.36 nd ٦٠ج٦ 0.31
RSV Β-1 cpsp-52/lAl· 1.7 ±0.11 2.1 ± �دد� 3.0 + 0.13 2.3 ± 0.07
RSV Β-1 CP-52/2B5 1.8 ± 0.25 2.2 ب 0.3 1.8 ؛ 0.11 1.5
RSV Β-1 CP-52/3C1 1.8 ة 0.14 nd 1.8 ± 0.14 nd

RSV Α2 ة٠إلأ٢لأه.ل 5.4 ب ٠دآ.٩ 6.6 士 6.1 ب 0.06
RSV Α2 cpts530/l٠09 3.2 t 0.11 2.1 + جج.دآ 2.1 ± 1.7 غ 0.12

Virus recovery determined by titration Of tissue homogenates on Vero 
cell monolayer cultures at 32٥c with a 10-day incubation in Experiment 
1, 7-day intubation in Experiment 2.

Cotton rats infected intranasally with 1C5'5 pfu of indicated virus.

nd = not done
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Table 26

لظعا٠ً ة،٠  Growth In cot on rate of day 14 isolates* from RSV B٠x CPS2/2BS 
infected immunosupDressed compared with controle

VÍI~U9 Recovery

Virus titer on day 4 in 
indicated tissue

{tnean logioPfu/g t^sue ± RSV Β-1 wild-type
fitandard error of the mean) (I٠q١٠pfu/q)

Virus
infected
animals! Nasi turbinateeb Lunge。

Nasal
turbinates Lunge

RSV Β-1 
wild-type 3.5 ± 0.03 《،/6) (6/6) 0.12 ٤ 4.6 --

RSV B٠1 
cp Sl/٦bS ٤ 2.0 0.07 (8/8) <1.5 "、.'η、 1.9 >3.3

isolate 1 1٠5 i 0.13 (5/β) 《0.04 《1/β1.5 ؛ 2.5 3٠3

isolate 2 1٠5 ؛ 0.13 (β/β) <1.5 (0/β) 2٠4 >3.3

isolate 3 1.5 ؛ 0-1، <3/β) <1.5 (0/8) 2.5 >3,3

isolate 4 1.3 ع 0.09 ه</8) (٠/٠) 1.5> 2.6 >3.3

isolate 5 1.2 ± 0.00 《2/8》 <1.5 《0/8) 2.7 3٠3<

isolate € لم٠ة ؛ 0.00 (3/8ا <1.5 (0/Β》 ٦.1 >3.3

isolate 7 1.3 ؛ 0.06 (3/β> <1.5 <0/8》 2.7 >3.3

Isolates were virus suspensions obtained following amplification by 
one Vero cell tissue culture passage of virus present in the 
original nasal turbinate homogenate on day 14 of an iivuiosuppressed 
cotton rat.
Groups of 6 cotton rats infected with 10؛*؛ pfu of indicated virus 
inaO٠lml inoculum on day 0.
()indicatee the numbers of animals from which virus was detected at 
1.2 ٦og10pfu/g or greater. "٠٦
()indicates t'e пглпЬегв of animals from which virus was detected at 
1.5 1од^٠р،и/д or greater.
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Table 27

Table 7د. Replication in Caribbean Green топкеув of RSV Ä2 and RSV Β-1 
wild-types compared with that of two cold-paesaged mutants derived from 
RSV B٠i، followed by homologous or heterologous RSV Ä2 or B٠i wild-type 
challenge

Virus used 
to infect 
animali 
on day 0،

Immunization Cha11enae
: Tracheal

NP gwab Tracheal Lavage NP swab Lava٠Ê

Peak Day؟ Peak Days challenge Peak Peak
tite٢ ehedb titer ehed virus titerb titer٥

1
・
»'

ح

・
» 32
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ة خ25٠

3
3
3
3
1
3
2

mean 3
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Table 31. Level of replication in cotton rats of seven ts mutants derived 
from RSV Β-1 CP-52/2B5

Replication in cotton rats^ 
(mean log10pfu/g tissue of six

animals ة s.e·)
RSV Nasal turbinates Limas
Б-l wild-type 4.3 ± 0.05 (6/6ت) 4.4 ±0.25 &/&ا١

Β-1 cp52/2B5 1.7 ± 0.11 (6/6) <1.5 (0/6)

cpts45٦ 1.4 士 0.1 (3/6) <1.5 (0/6)
cptsl091 1.7 ب ه.ه٦ ة/هلم١ <1.5 (0/6)
cpts784 1.5 (1/6) <1.5 (0/6)
cptsl229 1.4 土 015 (3/6) <1.5 (0/6)

اءح3إ٦٤ 1.5 ±0.17 (3/6) <1.5 ة/ا؟لم١

cptsspl415 ل<٠2 (0/6) <1.5 (0,6)
٠٠لحح324 <1.2 (0/6) <1.5 لم٢ة/د١

 Cotton rats were inoculated intranasally with 4.5-5.8 logiopfu Linder light ل
anesthesia ◦n day 0, then sacrificed by co： asphyxiation on day 4٠

2 Titer from samples containing virus only. Parentheses indicate fraction Of 
samples containing virus.

Table 32. The efficiency 
Β-1 CPÜS176, compared with

of plaque formation 
controls

Of 14 mutants derived from RSV

In vitro efficiency of placrue formation in HEp-2 cell monolayer culture

RSV

The titer of virus (logi0pfu/ml) 
at the indicated temperature (٠C)

ل7

Shut-off
temperature

(٠〇132 35 36
Β-1 wild-type 5.6 5.5 5.4 5.3 >39
Β-1 cp52/2B5 5٠٦ 5٠7 ٦٠٩ 5.3 〉39
Β-1 ٠ptsl76 5٠5 3.5 3.0 1٠9 36/37

176/645 3.8 3•。 ٦د٠* 0٠7> 37
176/860 3.1 2.5 ج٠ه <0.7 ٦Ί
176/196 3.3 2.5 ٦.ϋ٠* <ϋ.Ί ٦Ί
176/219 2.6 2.3 2.0** <0.7 ٦٩
176/18 4.0 اذ2 0٠7> <ϋ.Ί 36
176/73 2.6 2.0 く ٠٦ ٠ ¢0.7 36
176/1072 3.2 2.3 く0.7 (ϋ٠٩ 36
176/1038 2.8 2.2 <0.7 <0ا7 36
176/81 2.2 2.0 0.7 <ϋ٠٩ 36
176/1040 3.2 2.0 く0.7 ٥٠7> 36
176/1045 2.5 1.9 ه<٠٦ <0.7 36
176/517 3.1 2.0** <0.7 <0.7 36
ΪΊΒ/،Ζ٦٦ 2.3 <0.7 <0.7 <0.7 35
176/427 3.5 ه< ٠٦ <0.7 <٢؛٠٩ 35

Pinpoint-plaque phenotype (<10% wild-type plaque size)
Shut-off temperature is defined as the lowest restrictive temperature 
at which a 100-fold Or greater reduction of plague titer is obsened 
(bold figures in table) .
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To aid in the evaluation and manipulation Of RSV Б 
subgroup vaccine candidates, the complete nucleotide sequence Of 
the wild-type Β-1 virus has been determined [SEQ ID N◦:2]. This 
sequence was compared with the sequence ◦f the attenuated Β-1 
derivative, cp-52/2B5 (cp-52), described above. This sequence 
analysis revealed a large deletion in cp-52 spanning most of the 
SH and G genes, with no predicted ORF for either gene. More 
specifically, most ◦f the region spanning the SH and G genes ◦f 
the cp-52 virus was deleted, retaining only the SH gene-start 
signal and a portion of the 3' (downstream) end of the G gene 
and its gene-end signal. The remaining SH：G region could encode 
a chimeric transcript of -91 nucleotides with no ORF. Northern 
blot analysis ◦f cp-52 confirmed that multiple unique
polyt:ranscript:s contained SH：G read-through mRNASz consistent 
with a deletion mutation spanning the SH：G gene junction.
Western blot and immunostain assays confirmed that intact G 
glycoprotein was not produced by the cp٠52 virus. In addition 
to the long deletion, cp-52 virus contains seven nucleotide 
differences (Table 33〉， five of which are coding changes (one in 
the F gene and four in the L gene), one is silent (F gene)· and 
one is in the noncoding G：F intergenic region. Importantly, 
this RSV mutant remains highly infectious in tissue culture 
despite the absence Qf SH and G proteins. These data identify a 
novel class Of replication competent deletion mutants which 
provide for alternative or combinatorial approaches to 
developing recombinant RSV vaccine candidates.



wo 98/02530 PCT/US97/12269

114
Table 33٠ Sequence comparison Of RSV BI and cp-52

Genomic
Nucleotide * Amino acid change (#)

5 Gene position BI cp-52t Bbcp- 52

G/F c A** non-coding intergenic

10 F 6318 k G GluiGly (218)

دا؟هج u c** silent (265)

L 10973 G A Arg-»Lys (822)

15 13492 A c Asn—His (1662)

14164 u A** Leu-*Ile (1886)

20 14596 u c** Phe-*Leu (2030)

* Positive (+} sense.

t Nucleotide position 4249-5540 spanning the SH 25 and G genes is deleted in cp-52.

** Mutations present in cp-23

30
Other subgroup B mutants isolated at different 

passage levels in the cp-52 passage history incorporate various 
of the cp-52 mutations, depending on passage level (Table 34) . 
Exemplary subgroup B mutants in this context include RSV Β-1 cp-

35 12, RSV Β-1 cp-23, RSV Β-1 cp-32/ RSV B-1 cp-42. Table 34
depicts (as negative sense) the distribution ◦f these specific 
mutations among exemplary B subgroup mutants. This varied 
distribution of mutations allows for more refined
characterization Of the attenuating effects of these mutations

40 in the designated strains. For example, cp-23 incorporates the
mutations at nucleotide positions 5626, 6460/ 14164 and 14596 
found in cp-52 (Table 34), but has no differences from the 
parental Β-1 wild-type strain in the SH and G gene region that 
is deleted in cp-52. cp٠42 incorporates the same SH and G

45 deletion as cp-52, while cp32 presents a distinct deletion of
sequences within the SH and G genes.
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Table 34

Sequence comparison between RSVBl, RSVBlcpl2, cp 23, 
cp32, cp 42, and cp 52

Nucleotide changes 
genome (-) sense

10 Gene Nucl.
�٠ج ·

RSVBl RSVBl RSVBl 
CP12 ٠٠CP23

RSVBl RSVBl RSVBl Amino Acid 
CP32 CP42 ·CP52 Changes

G/F 5626 G T *ND T non-coding lGr

15 F 6318 T
6460 A

ND
A

T ND c
G *ND G

Glumly (218) 
silent (265)

20
ن 10973
13492 
14164 
14596

C
T
A
A

C
T
T
G

C
T
T
G

T
T
T
G

T
G
T
G

Ärg-٠Lys (822) 
Asi٠*H؛S (1662) 
Leu—Ile (1886؛ 
Phe-٠* **I^u (2030)

G T

T
G

g
 
§

٨
٥

・ Nucieoticie region (position 4249-5540》 spanning the SH and G genes is
25 deleted in cp52.

・・ No nucleotide differences from BI parent foiind in the SH and G gene 
region which is deleted in cp52.

30 * These nucleotides are most likely the same as in Cp23 and cp 52.

** A Leucine at amino acid position 2030 in the L polymerase is also found 
in RSV2B.

35

Ехааф1е V
Bivalent RSV Siibqroup A and B Vaccine 

Studies with subgroup A and Б viruses demonstrate that ¿Л vitro,
40 no interference occurs between wild-type Α2 and Β-1 viruses, nor between

cpcs530/1009 and RSV Β-1 cp52/2B5 derivatives in Vero cell monolayer 
cultures. The in vivo results of bivalent infection in cotton rats are 
presented in Table 34، These results confirm the تدل vitro results, which 
show no interference between Α-2 and Β-1 wild-type RSV, and Cpts530/1009 and

45 RSV Β-1 cp52/2B5. It is expected, therefore, that each vaccine virus will
induce homotypic immunity against wild-type virus, since each component of 
the bivalent vaccine replicates to a level in the dual infection comparable 
to that seen during single infection. Each virus alone is capable Of 
inducing homotypic resistance against RSV wild-type challenge.

50
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Table 35. Bivalent infection of cotton rats with RSV Α2 and RSV -ةل  
viruses or mutant derivatives indicates no in vivo interference

Virus recovery from indicated tissue (l٠c٢1f٦pfu/g) 
Nasal turbinates L٦ mas 

Viruses used to RSV A RSVB RSV A RSVB
infect animals* titer titer titer t:iter

±0.12 5.4 
5.0 ؛0.05

1.5>
1.5>

5.8±0٠07 -
= ±0.03
 ة 0.075.7 ±0.08

: 1.9؛ 0.15
: ±0.08 
ة .◦14 1.8 ±0.08

5.4 ±0.08
二 4.6

5.2 ±0,11 3.6
 3.2 ؛0.09

ح 2.4

2.0 ±0.13 2.8

Α2
B٠1
Α2 + Β-1
Α2 cpts530/l009 
Β-1 cp52
Α2 cpts53O/lOO9+ 
BI CP-52
*Groups of six animals infected with 105 pfu intranasally on day 0 in 
a 0.1 ml inoculum٠

EXAMPLE VI

Ä . Single Mutation in Pol١zTnerase (Lj) Gene Elicits ts Phenot١٢pe
This Example describes the specific mutations in the 

polymerase gene (L) that were produced by chemical mutagenesis 
of incompletely attenuated host range-restricted cpRSV to 
produce ts strains, cpts248 and cpts530, which are more highly 
attenuated and suitable for use in RSV vaccine preparations. As 
described in the Examples above, cpts248 has been found to be 
attenuated, immunogenic, and fully protective against wild-type 
challenge in seronegative chimpanzees and is more stable 
genetically during in vivo replication than previously evaluated 
tsRSV mutants. As described above, the cpts248 strain was 
subjected to chemical mutagenesis to further reduce residual 
reactogenicity, yielding a series of mutants with increased 
temperature sensitivity or small plague phenotype, including 
cpts248/404٠ In a like manner, cpts530/1009 was derived from
530 ةحءح٠

The genetic bases for increased attenuation and ئ 
phenotype of cpts24& and ٠pts530 were determined by comparing 
the complete genomic sequence of these viruses with that ◦f the 
previously determined sequence ◦f the cpRSV parental virus. The 
complete nucleotide sequence of cpRSV was determined and 
compared with that Of RSV Α2 wild-type virus (a laboratory 
strain which was not part of the direct passage lineage), as 
well as with the sequence Qf its low passaged wild-type parent
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virus (RSV Α2/ΗΕΚ7). The cpRSV differs from its RSV Α2/ΗΕΚ7 
parent virus by five nucleotide changes, one in the 
nucleoprotein (N), two in the fusion protein (F) gene and two in 
the polymerase (L) gene. The complete 15,222 nucleotide 
sequence and amino acid sequence of cpts248/ cpts248/404, 
cpts530, cpts530/1009, and cpts530/l030 were determined.

The derivation of the RSV mutants cpts248 and cpt:s530 
from their cpRSV parent by random chemical mutagenesis was 
described in Example 1. The virus suspension used for infecting 
cells for production Of virus to be used as a source of purified 
viral RNA was a clarified tissue culture supernatant containing 
virus that had been passaged four times in liquid medium in Vero 
cell monolayer culture following biological cloning (i٠e., three 
plaque-to-plaque passages in Vero cell monolayers under agar).

Cell monolayers were infected at a multiplicity of 
infection (moi) of 0.1 with cpts248, cpts248/404, cpts530, 
cpts530/1009, or cpts530/l030 viruses. Total RNA was prepared 
from infected cell monolayers when moderate CPE was observed 
(average of 4-5 days postinfection). The supernatant fluid was 
removed by aspiration, and infected cell monolayers were 
harvested by lysis with guanidinium isothiocynanate, followed by 
phenol١chloroform extraction. RNA was reverse transcribed using 
Superscript 工工 TM reverse transcriptase (Life Technologies) 
random hexamer primers, and reaction conditions as described in 
protocols supplied by the manufacturer.

The resulting CDNA was separated from primers using 
ΤΕ-100 spin columns (Clontech, Palo Alto, CA) and used as 
template in polymerase chain reactions (PCR) to generate a 
series Of ten Overlapping cDNA clones spanning the entire RSV 
genome. The oligonucleotide primers for PCR were designed from 
the nucleOtide sequence ◦f the prototype Α2 virus (Mink et al., 
Viroloqy 185:615-624 (1991); stec et al., Virolocrv 183:273-287 
(1991); Collins et al., Proc. Natl. Acad. Sei, u.s.A. 88:9663- 
9667 (1991); Connors et al ٠ , Virolocrv 208:478٠484 (1995) ) , and 
had been demonstrated previously to amplify both the RSV Α2 
wild-type virus and its derivative, the cpRSV parental virus. 
Uracil-containing oligonucleotide primers were used for cloning 
RSV sequences into the pAMPl vector using the CloneAmp uracil
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DNA glycosylase system (Life Technologies). PCR reactions were 
performed according to the manufacturer's protocols 
(Perkin-Elmer, Norwalk, CT) and carried out for 34 cycles Qf 
each 1 min. at 92.5。◦, 1 min. at 55٠c, and 3 min. at 72٠c٠ Each 
fragment was electrophoresed in a 1¾ agarose/TAE gel, recovered 
by the Geneclean II System (BiolOl, vista, CA), and cloned into 
the pAMPl vector. Two Or more separate clones Of each fragment 
were generated from separate PCR reactions. For analysis of the 
 leader region, viral RNA (vRNA) was polyadenylated as ا3
described in Mink et al،/ Virology 185:615-624 (1991) in a 50 اج 
reaction. Allowing incubation at 37٠c for 0ت minutes, the 
reaction was stopped with 2 μΐ of 0٠5 M EDTA. The polyadenylated 
RNA product was purified by extraction with phenol chloroform 
and ethanol precipitation, and then reverse transcribed into 
cDNAz amplified by PCR, and cloned using a rapid amplification 
by the 3' RACE system (Life Technologies). Similarly, for 
analysis Qf the 5ا trailer region, vRNA was reverse transcribed 
into cDNA, tailed using terminal deoxynucleotidyl transferase 
and dCTP, column purified, made double-stranded and amplified by 
PCR, and cloned using a 5' RACE system (Life Technologies).

Cloned cDNAs for cpts24Q were sequenced from double 
stranded plasmids by the dideoxynucleotide method using 
synthetic oligonucleotide primers (either plasmid primers or RSV 
specific primers), [٠35s]dATP and Sequenase 2٠0 (United States 
Biochemicals, Cleveland, OH) . Differences between the observed 
sequences and those of the previously published parental virus 
cpRSV were confirmed by sequencing two or more clones in both 
forward and reverse directions, and by sequencing uncloned PCR 
products.

Nucleotide sequences of the cpts248/4O4, cptsS3Q, 
cpts530/1009, and cpts530/1030 were determined using a different 
technique. Three to ten overlapping cDNA clones representing 
the genome of cptsRSV mutant virus were generated by RT-PCR of 
total infected-cell RNA Or vRNA. The complete nucleotide 
sequence Of each clone was determined by automated DNA sequence 
at the NCI Frederick Cancer (Frederick, MD) using Taq kit (ABI, 
Foster City, CA) on a Μ13 sonicated random library constructed 
in phage Μ13 for each plasmid insert. Both strands were
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sequenced and differences between the cpRSV and the cptsRSV 
mutant sequences were confirmed by manual sequencing (as above) 
of a second independently derived RT-PCR product using Sequenase 
2.0 (USB, Cleveland, OH). The 3'- and 5 ر-end sequences were 
determined as described above.

The complete nucleotide sequence of the 
15,222٠nucleotÎde RNA genome of the cpts248, cpts248/404,
٩pts530, cpts530/1009, and cpts530/1030 strains were deteiroined. 
Changes relative to the published sequences ◦f the cpRSV and RSV 
Α2/ΗΕΚ7 (wild-type) parental viruses (Conners et al., virology 
208:478-484 (1995)) were confirmed on independently derived cDNA
clones Of these cptsRSV mutants, and were rechecked in the cpRSV 
vims by sequencing an additional clone of cpRSV ٠ An ambiguity 
in the sequence of the cpRSV virus (compared with the Α2/ΗΕΚ7 
wild-type virus) was identified. The ambiguity occurred at 
position 1,938 from the 3' end of the negative sense genome and 
consisted of nucleotide heterogeneity (G or A in positive sense) 
that would be predicted to encode an amino acid change (Val or 
lie) at amino acid position 267 of the 391 amino
acid-nucleocapsid (N) protein. Thus, the cpRSV actually 
consisted of a mixed population of viruses. This accounts for 
the initial failure to detect the change at position 1938 in 
Conners et اج., supra. A virus with the A mutation at position 
1,938 was the immediate parent ◦f the cpts248 derivative as well 
as of the cpts530 sister clone. Thus, the CpRSV which was the 
immediate parent virus of the cpts derivative contains five 
amino acid differences from its Α2/ΗΕΚ parent.

A single nucleotide difference between the cpRSV and 
cpts248 mutants was found at nucleotide position 10,989 (an A to 
T change〉 (Table 36). This mutation occurred within the 
polymerase (L) translation Open reading frame, encoding a 
predicted amino acid change of gin to leu at amino acid position 
831 in the 2,165 amino acid L protein. The cpts248/404 mutant 
possesses two nucleotide differences from its cpts248 parent, 
one at nucleotide 12,046 (T to A) in the L gene, and one at 
nucleotide 7605 (T to C) in the transcription start signal 
sequence of the Μ2 gene. The nucleotide substitution in the L 
gene resulted in an amino acid change from asp to glu at
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position 1183 in the L protein. Thus after two independent 
rOunds of mutagenesis of cpRSV, the cpts248/404 virus acquired 
two nucleotide changes in the L gene (corresponding to two amino 
acid substitutions〉 and one nucleotide change in the

5 transcription start signal Of the Μ2 gene. Compared to its wild
type progenitor, Α2/ΗΕΚ7, the cpts248/404 mutant differs in 
seven amino acids (four in Lf two in Fz and one in N) and in one 
nucleotide in the transcription start signal of the Μ2 gene.
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Table 36. Nucleotide Sequence Differences among çp-RSV, cpts-24Q, cpzs-
248/404 mutant viruses
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Nucleotide and Amino Acid Change

Nucleotide^
Amino
Acid Gene

Α2 wt 
ΪΗΕΚ-7) cp-RSV cpCs-248

cpts-
248/404

1936 N G (val A (ile) A (ile) A (ile)
3242 P A À A ΆΆ2
6313 هل،� F A (glu) C (asp) C (asp) C (asp)
7228 523 F C (thr) T (ile》 T (ile) T (ile)

�٩٤د� Gene Start T T T ح
<Μ2)

9453 319 L G (cys) À (tyr) A (tyr) A (tyr)
10989 831 L A (gin) A (gin) T (leu) T (leu)
12046 1183 L T (asp) T (asp) T (aap) A (glu》

13565 169◦ L C (his) T (tyr》 T (tyr) Ί آلاالم١

Positive sense ل
2 Increases genome length by 1 nucleotide.

The cpts530 differs from the parental strain cpRSV by 
the single additional nucleotide substitution of c to A at 
position 10,060 and results in a phe to leu amino acid change at 
position 521 Of the L protein (Table 37) . The cpts530/l009 
mutant has a single nucleotide substitution at nucleotide 12,002 
(A to G) resulting in a met to val substitution at amino acid 
1169 of the L protein. Compared to its wild type progenitor, 
Α2/ΗΕΚ7, the cpts530/1009 mutant differs in seven amino acids 
(four in L, two in F, and one in N).

The cpts530/1030 mutant has a single additional 
nucleotide substitution at nucleotide 12458 (T to A〉 resulting 
in a Tyr tO Asn substitution at amino acid 1321 of the L 
protein. Compared to its wt progenitor, Α2/ΗΕΚ, the
cpts530/1030 mutant differs in seven amino acids (four in L, two 
in F, and ◦ne in N).
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Table 37. Nucleotide Sequence Differences among cp-RSV, cpts-530, cpts-
530/1009 mutant viruses
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Nucleotide and Amino Acid change

Nucleotidei
Amino
Acid Gene

Α2 wt 
(ΗΕΚ-7) cp-RSV cptS-530

cpts-
530/1009

1938 267 N G (val) A (ile) A (ile) A (ile)
6313 218 F A (glu) c (asp) c (asp) kasp١ ح

7228 S23 F c (thr) T (ile) T (ile) T (ile)
9453 319 L G (cys) A (tyr) A (tyr) A (tyr)
3.0060 521 L c (phe) c《phe》 A (leu) A (leu)
12002 1169 L A (met) A (met) A (met) G (val)
13565 1690 ن c (his) T (tyr) T (tyr) T (tyr)

1 Positive sense

Thus, the ts and attenuation phenotypes of the 
cpts248 and cpts530 each are associated with a single nucleotide 
change in the polymerase gene. The incremental increase in ts 
and attenuation phenotypes between the cpts530, and cpts530/1009 
or 530/1030ةحوح was also each associated with a one amino change 
in L. In these four examples (i.e., cpts248f cpts530f
cpts530/l009, and cpts530/l.030) a single, but different, amino 
acid substitution in L conferred the ts and attenuation 
phenotypes on the progenitor strains. These amino acid 
substitutions are acting in cooperation with the five cpRSV 
mutations to enhance the stability of the ts phenotype following 
replication in animals. The incremental increase in attenuation 
and temperature sensitivity observed between the cpts248 and 
cpts248/404 was associated with two nucleotide changes, either 
or both of which could contribute to the ts and attenuation 
phenotypes. The four specific sites in L (i.e., those specific 
for the cpts53Qf cpts530/1009/ cpts530/1030 and cpts248 viruses) 
that are singly associated with the ts and attenuation 
phenotypes and one or both sites in cpts248/404 are identified 
by the findings summarized herein as core regions of the RSV 
genome or L protein at which mutation can lead to attenuation. 
Although the specific mutations at the four sites in the L
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protein were specific amino acid substitutions, it is likely 
that other amino acid substitutions as well as in frame 
insertions or deletions at these sites and at contiguous amino 
acids within about five amino acids of a specific site can also 
result in attenuation.

The encoded amino acid changes in L do not appear to 
involve the regions of highest sequence conservation among the 
paramyxovirus pol^erase proteins, the proposed ATP binding site 
(stec et al., virology 183:273-287 (1991)〉， nor the regions 
suggested to be homologous to motifs of RNA-dependent RNA and 
DNA polymerases (Poch et اة., EMBO 1989) 3874-8:3867 .ل》).It 
is more likely that the effect of these mutations is at amino 
seid level rather than nucleotide level, given that the mutation 
does not lie within the 3' and 5' genome termini nor the short 
gene-start and gene-end sequences. These RNA regions are 
thought to contain all of the cis-acting RNA sequences required 
for efficient encapsidation, transcription, replication, and 
packaging into virions (Collins et al., Proc. Natl. Acad, Sci. 
USA 88:9663-9667 (1991); Collins et al., Proc. Natl. Acad. Sci, 
USA 93:81-85 (1996), each incorporated herein by reference).

These results provide the first full-length sequence 
of ة tsRSV mutant. These results also indicate that 
pneumoviruses can be attenuated by the substitution Of a single 
nucleotide that causes an amino acid change or change in, e.g, a 
GS sequence. since the cpts248 and cpts530 viruses have a high 
degree of stability of the ts phenotype both in vitro and in 
vivOf it is remarkable indeed that this phenotype was found to 
be associated with a single, different amino acid change. 
Importantly, the cpts248/404, cpts530/1009, and cpts530/1030 
contain at least three mutations that contribute to the 
attenuation phenotype, two ts and One non-ts (e.g., the five cp 
mutations), and this is a partial non-limiting explanation for 
the high level of stability of these viruses in vi tro and in 
viv٠٠

Determination of the complete sequence of RSV vaccine 
virus strains and ◦f their parental viruses permits analysis at 
the genetic level of the stability ◦f vaccine viruses during 
vaccine virus production and during shedding by volunteers in
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clinical trials. The determination of the genetic basis for the 
attenuation and ts phenotypes of the cpts248, cpts530; 
cpts248/404 cpts530/l009 and cpts530/l030 viruses provides 
important new Opportunities. According to the recombinant 
methods described hereinbelow, it is readily possible to 
generate novel vaccine candidates by site-directed mutagenesis 
Of full-length RSV cDNA from which infectious viruses can be 
recovered. For example, it is possible to add to a cDNA clone 
Qf, e.g., the cpts248/404 virus, one or both of the ts mutations 
at amino acid position 521 (in the cpts530 mutant) or 1169 (in 
the cpts530/1009 mutant) or other attenuating or stabilizing 
mutations as desired. In this way, the level Qf attenuation Of 
the cpts248/404 virus can be increased in an incremental fashion 
and a vaccine strain that has the specific level ◦f attenuation 
desired for both safety and immunogenicity can be generated in a 
rational way. similarly, the level of attenuation of the 
cpts530/1009 and cpts530/1030 mutants can be increased by the 
specific introduction of one or more of the attenuating 
mutations in the cpts248/404 virus. These examples of 
combinatorial recoÉinant viruses, incorporating multiple 
attenuating mutations from biologically derived mutant strains, 
overcome many of the difficulties which attend isolation and 
production ◦f genetically stable, satisfactorily attenuated 
viruses using conventional approaches. Moreover, the phenotypic 
stability of these recombinant cptsRSV mutants can be enhanced 
by introducing, where possible, two or more nucleotide 
substitutions at codons that specify specific amino acids that 
are known to confer the attenuation phenotype. In this way the 
stability of the attenuation phenotype can be augmented by site- 
directed mutagenesis of full-length RSV cDNA٠

EXAMPLE VII
Construction of cDNA Encoding RSV Antiqenome

A cDNA clone encoding the antigenome ◦f RSV strain Α2 
was constructed, as illustrated in Fig. 2. The cDNA was 
synthesized in segments by reverse transcription (RT) and 
polymerase chain reaction (PCR) using synthetic oligonucleotides
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as primers and intracellular RSV mRNA or genome RNA isolated 
from purified virions as template. The final cDNA was flanked 
on the leader end by the promoter for Τ7 RNA polymerase, which 
included three transcribed G residues for optimal activity; 
transcription would result in the donation Of these three 
nonviral G's to the 5' end of the antigenome. To generate a 
nearly-correct 3' end, the cDNA trailer end was constructed to 
be adjacent to a previously-described hammerhead rib٠2١zme, which 
upon cleavage would donate a single 3 z-phosphorylated u residue 
to the 3' end of the encoded RNA (Grosfeld et al., ل. Virol. 
69:5677-5686 (1995), incorporated herein by reference). The 
ribozyme sequence was followed by a tandem pair of terminators 
of Τ7 RNA polymerase. (The addition of three 5' G residues and 
◦ne 3' u residue to a cDNA-encoded RSV minigenome containing the 
chloramphenicol acetyl transferase (CAT) reporter gene had no 
effect on the expression of CAT when complemented by RSV.)

Fig. 2 shows the structures of the cDNA and the 
encoded antigenome RNA. The diagram of the antigenome (at top) 
includes the following features: the 5'-terminal nonviral G 
triplet contributed by the Τ7 promoter, the four sequence 
markers at positions 1099 (which adds one nt to the length),
1139, 5611, and 7559, the ribazyrae and tandem Τ7 terminators, 
and the single nonviral 3'-phosphOrylated u residue contributed 
to the 3' end by ribozyme cleavage (the site ◦f cleavage is 
indicated with an arrow).

Cloned cDNA segments (Fig. 2, middle) representing in 
aggregate the complete antigenome were constructed by RT-PCR ◦f 
RSV mRNA or genome RNA. The complete antigenome cDNA is called 
D46 or D53； the different names referring tO different
preparations of the same plasmid. cDNAs containing the lefthand 
end 〇٤ the antigenome, spanning from the Τ7 promoter and leader 
region complement to the SH gene and called D13, were asseÉled 
in a version of pBR322 (Fig. 2, bottom) in which the
naturally-occurring Bail site had been ablated by mutagenesis 
and the Pstl-EcoRl fragment replaced with a synthetic polylinker 
containing unique restriction sites ؛including BstBI, Bstxi/
Pacl, BamHl, Mlul) designed to facilitate assembly. The box in 
Fig. 2 shows the removal Qf the Bait site. The naturally
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occurring BaiuHl-Sall fragment (the BamHI site is shown in the 
top line in positive sense, underlined) was replaced with a 
PCR-generated Bglll-Sall fragment (the Bglll site is shown in 
the bottom line, underlined; its 4-nt sticky end [italics] is 
compatible with that cf SamEE). This resulted in a single nt 
change (middle line, underlined) which was silent at the amino 
acid level. These modifications to the vector facilitated 
construction Of the cDNA by rendering unique а ВапШ site in the 
antigenome cDNA.

The G, F and Μ2 genes were assembled in a separate 
plasmid, as were the L, trailer and flanking ribozyme and tandem 
Τ7 transcription terminators. The G-to-M2 piece was then 
inserted into the PacI-BamHl window Of the leader-to-SH plasmid. 
This in turn was the recipient for the
L-trailer-ribozyme-tenninator piece inserted into the BaniHl to 
Mini window, yielding the complete antigenome.

Four restriction site markers (Fig. 3) were 
introduced into the antigenome cDNA during the original 
construction by incorporating the changes into oligonucleotide 
primers used in RT-PCR. This was done to facilitate assembly, 
provide a means to identify recombinant virus, and illustrate 
the ability to introduce changes into infectious RSV. Three 
sites were in intergenic regions and the fourth in a 
nontranslated gene region, and they involved a total of five nt 
substitutions and a single nt insertion. This increased the 
length of the encoded antigenome by one nt from that of wild 
type to a total ◦f 15,223 nt (SEQ ID N0:1, which depicts the 5' 
to 3' positive-sense sequence of D46, whereas the genome itself 
is negative٠sense； note that position four can be either G or 
C).

The sequence markers were inserted into the 
cDNA٠٠encoded antigenome RNA as shown in Fig. 3، Sequences are 
positive sense and numbered relative to the first nt of the 
leader region complement as 1; identities between strains Α2 and 
18537 (Johnson and Collins, J٠ Gen Virol. 69:2901-2906 (1988), 
incorporated herein by reference), representing subgroups A and 
B, respectively, are indicated with dots لم sequences representing 
restriction sites in the cDNA are underlined,· GS and GE
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transcription signals are boxed， the initiation codon of the N 
translational open reading frame at position 1141 is italicized, 
and the sequence markers are shown underneath each sequence. In 
the top sequence, a single c residue was inserted at position 
1099 to create an Afin site in the NS2-N intergenic region, and 
the AG at positions 1139 and 1140 immediately upstream of the N 
translational open reading frame were replaced with cc to create 
a new Ncol site. In the middle sequence, substitution of G and 
u at positions 5612 and 5616, respectively, created a new stul 
site in the G-F intergenic region. And, in the bottom sequence 
of Fig. 3, aC replacement at position 7560 created a new SphI 
site in the F-M2 intergenic region.

All cDNAs were sequenced in their entirety, in most 
instances from several independent cDNAs, prior to assembly.
The plasmids encoding individual RSV proteins are described in 
Grosfeld et al., ل٠ Virol. 69:5677-5686 (1995) and Collins et 
al٠r supra# (1995), each of which is incorporated herein by 
reference. The complete CDNA was also sequenced in its entirety 
following assembly

EXAMPLE VIII

Transfection and Recovery of RecoÉinant RSV
The method of the invention for producing infectious 

RSV from cDNA-expressed antigenome involves its coexpression 
with those RSV proteins which are sufficient to ⑴ produce an 
antigenome nucleocapsid capable of RNA replication, and (ii) 
render the progeny genome nucleocapsid competent for both RNA 
replication and transcription. Transcription by the genome 
nucleocapsid proviaes all of the other RSV proteins and 
initiates a productive infection.

Plasmid-borne cDNA encoding the antigenome was 
transfected, together with plasmids encoding proteins N, p, L 
and M2(ORF1), into HEp-2 cells which had been infected with a 
recently-described vaccinia virus MVA strain recombinant which 
expresses the Τ7 RNA polymerase (Wyatt et al., Virol. 210:202- 
205 (1995), incorporated herein by reference) . The MVA strain 
is a host range mutant which grows permissively in avian cells 
whereas in mammalian cells there is a block at a late stage in
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virion maturation that greatly reduces the production of 
infectious virus. In HEp-2 cells, the MVA recombinant was 
similar to the more commonly-used ViR-based recoÉinant (Fuerst 
et ة1٠م  Proc. Nath Äcad٠ Sei. USA 83: 8122-8126 (1986)) with 
regard to the level of expression of Τ7 polymerase and 
cytopathogenicity, but the level ◦f progeny produced was 
sufficiently low that supernatants cOuld be passaged to fresh 
cells with minimal cytopathogenicity٠ This should facilitate 
the recovery of any recombinant RSV which might be produced in 
transfected, vaccinia virus-infected cells.

Transfection and recovery of recombinant RSV was 
performed as Allows. Monolayer cultures of HEp-2 cells 
received, per single well of a six-well dish, one ml ◦f 
infection-transfection medium prepared by mixing five plasmids 
in a final volume of 0.1 ml Opti-ΜΕΜ (Life Technologies) medium, 
namely 0.4 мд each of antigenome, N and p plasmids, and 0.1 pg 
each of L and M2{ORF1) plasmids. This was combined with 0.1 ml 
◦f Opti-ΜΕΜ containing 12 μΐ LipofectACE (Life Technologies). 
After 15 min incubation at room temperature, this was combined 
with 0.8 ml of OptiMEM containing 2¾ heat-inactivated fetal 
bovine serum and 1.5 X 106 pfu of strain MVA vaccinia virus 
recoÉinant encoding Τ7 RNA polymerase (Wyatt etal./ supra) ٠ 

This was added to the cells and replaced one day later by 
Opti-ΜΕΜ containing 2% serum. Cultures were incubated at 32٥c 
and harvested on day three. Incubation at 32٠c was used because 
it was found that the MVA virus is slightly temperature 
sensitive and is much more efficient at this lower temperature.

Three days post-transfection clarified culture 
supernatants were passaged onto fresh HEp-2 cells and Overlaid 
with methyl cellulose (for subsequent antibody staining) or 
agarose (for plaque isolation). After incubation for five days 
under methyl cellulose, the cells were fixed and stained by an 
indirect horseradish peroxidase method using a mixture of three 
murine monoclonal antibodies to the RSV F protein followed by an 
anti-mouse antibody linked to horseradish peroxidase, following 
the general procedure of Murphy et اج., Vaccine 8:497-502 
(1990) .
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Numerous RSV-like plaques were detected against a 
background of cytopathogenicity that presumably was due じ〇 a low 
level Of MVA-T7 recombinant virus. The plaques contained an 
abundant amount of the RSV F protein, as indicated by
brown-black coloration, and displayed cytopathic effects 
characteristic ◦f RSV, notably syncytium formation.

The RSV-like plaques were picked from plates which 
were incubated under agarose and stained with neutral red، They 
were propagated and compared to a laboratory strain of RSV 
strain Α2 by plaque assay and antibody staining. The plaques 
derived from the transfected cultures closely resembled those of 
the laboratory strain. One difference was that the places 
derived from the transfected cultures appeared to be slightly 
smaller than those from the laboratory strain, with centers 
which were less well cleared. The recombinant virus may differ 
phenot؛T؛ically from this particular wild type isolate, possibly 
being slightly more restricted in cell-to-cell spread and 
exhibiting a reduced rate of cell killing， with regard to the 
propagation of released virus, the yields of the recombinant 
versus laboratory virus in HEp-2 cells were essentially
identical at 32٥ or 37٥c٠ In preliminary studies, the
recombinant and laboratory viruses were indistinguishable with 
regard to the accumulation of intracellular RSV mRNAs and 
proteins、

Plaque-purified, thrice-passaged recombinant RSV was 
analyzed in parallel with laboratory vims by RT-PCR using three 
primer pairs flanking the four inserted markers ٠ Three
independent plaque-purified recombinant RSV i^lates were 
propagated in parallel with an uninfected control culture. 
Clarified medium supernatants were treated with polyethylene 
glycol and high salt (Zoller and Smith, DNA 3:479-488 (1984)〉 to 
precipitate virus and RNA was extracted from the pellets with 
Trizol٢M (Life Technologies) ٠ These RNAS/ in parallel with 
additional controls Of no added RNA or 0.1 pg of RNA from a 
laboratory isolate of strain Α2, were treated with DNAse, 
repurified, annealed each with 50 ng of random hexamers and 
incubated under standard RT conditions (40 الهلم reactions) with or 
without reverse transcriptase (Connors et al·, Virol 478 :208 ه-
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484 (1995), incorporated herein by reference) . Aliquots ◦f each 
reaction were subjected to PCR (35 cycles of 94٠c for 45s, 37٠c 
for 30s, 72٠c for 1 min) using three different pairs of 
synthetic deoxyoligonucleotide primers. Primer pair (A) : 
positive-sense, positions 925-942 and negative-sense, positions 
1421-1440, yielding a predicted product ◦f 516 bp (517 bp in the 
case of the recombinant viruses) that included the Afin and 
Ncol sites inserted at, respectively, the junction of the NS2 
and N genes and in the N gene. Primer pair (B) : positive-sense, 
positions 5412-5429 and negative-sense, 5930-5949, yielding a 
predicted product ◦f 538 bp spanning the stul site inserted at 
the junction between the G and F genes. Primer pair (C) : 
positive-sense, 7280-7297 and negative-sense, 7690-フ70フ， 
yielding a 428 bp fragment spanning the Sphl site inserted at 
the junction between the F and Μ2 genes. PCR products were 
analyzed by electrophoresis On neutral gels containing 1% 
agarose and 2% low-melting agarose in parallel with
HaelII-digested Χ174 DNA molecular length markers and visualized 
by staining with ethidium bromide. PCR products Of the expected 
sizes were produced. The production ◦f each was dependent On 
the RT step, indicating that each was derived from RNA rather 
than contaminating cDNA.

PCR products were analyzed by digestion with 
restriction enzymes. Digestion of products of primer pair A 
with Afin or Ncol yielded fragments corresponding to the 
predicted 177 and 340 bp (Λ؛ΙΙΙ) or 217 and 300 bp {Ncol}. 

Digestion ◦f products of primer pair B with stul yielded 
fragments comparable to the predicted 201 and 337 bp. Digestion 
of products from reactions with primer pair c with Sphl yielded 
products corresponding to the predicted 147 and 281 bp. The 
digests were analyzed by gel electrophoresis as above. The 
presence Of residual undigested PCR product with Afin was due 
to incomplete digestion, as was confirmed by redigestion.
Thus, the restriction enzyme digestion showed that the PCR 
products representing recoÉinant virus contained the expected 
restriction site markers while those representing the laboratory 
strain did not ، Nucleotide sequence analysis of cloned PCR
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As shown in Table 38, the efficiency of RSV 
production when complemented by N, P, L and M2ÍORF1) was 
relatively high, ranging in three experiments from an average of 
9.9 to 94.8 plaques per 0.4 мд ◦f input antigenome cDNA and 1.5 
X 10ة cells. Since these plaques were derived from liquid 
overlay, the number of infected cells present in each well Of 
the original transfection was not known. Nearly every 
transfected well (54 of 56 in Table 33) produced virus. since 
the yield of released RSV per infected cell typically is very 
low (-10 pfu) even under ideal conditions, and since many wells 
yielded many times this amount (up to 169 plaques), it is likely 
that several RSV producing cells were present in many of the 
wells ◦f transfected cells.

RSV was not recovered if any Of the plasmids were 
omitted, as sho■ in Table 38. The requirement for Μ2(ORFl) 
also could be satisfied with the complete gene, M2(ORFl+2), 
provided the level of its input cDNA was low (◦.016 per 1.5 X 
106 cells (Table 38) . At higher levels, the production Of virus 
was greatly reduced, suggesting that an inhibition of minigenome 
RNA synthesis associated with M2(ORF2) also operates on the 
complete genome during productive infection.

These results showed that the production of 
infectious RSV was highly dependent on expression Of the 
M2(ORF!) protein in addition to N, p and L. Furthermore, it 
showed that the optimal method Of expression Of M2(ORF1) was 
from an engineered cDNA in which 0RF2 had been deleted, although 
the complete cDNA containing both ORFs also supported the 
production of RSV٠

Thus, the present invention demonstrates that 
transcription by RSV differs from that of from previously- 
described nonsegmented negative strand RNA viruses in requiring 
a fourth protein designated here as M2(ORF1), and previously 
called 22Κ or Μ2 (Collins et al., J. Virol. 54:65-71 (1985)).
The M2(ORF1> protein was found to be an RNA polymerase 
elongation factor essential for processive, sequential 
transcription. Collins et al., Proc. Natl. Acad. Sci. USA
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part of this invention, for introducing specific, predetermined 
changes into infectious RSV.
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Table 38. Production of infectious RSV was dependent on 
expression of Μ2 ORF 1.

Complementing plasmids Production of infectious RSV
("g cDNA per l٠5X106 _ #plaques X # wells*
cells and antigenome

cDNA) 0٠4 zzq exOt. 1 exüt .2 exDt ٠ 3
N(0.4)
Ρ(0.4) 〇 X 24 0 X 12 0 X 12
L(0٠l)
N(0.4) 〇 X 19s 0 X 4 9 X 1
Ρ(0.4) 1 Χ2 3 X 1 10 X 1
L(o.l) 2 Χ2 5 X 1 14 X 2
Μ2 [ORF1+2] (0.016) 3 XI 6 X 1 22 X 1

9 X 1 28 X 1
av,.0.:38 10 X 1 32 X 1

13 X 1 49 X 1
34 X 1 ٩ل؟ X 2
51 X 1 166 X 1

169 X 1
av· 10.9

av. 4ع .؛6
N(0.4) 0 X 1 11 X 1 0 X 1 55 X 1
P(o٠4) 1 X 1 12 X 1 2 X 1 59 X 1
L(o.l) 2 X 2 13 X 1 4 X 1 65 X 1
Μ2 [ORFl] (0.1) 3 X 2 21 X 1 5 X 1 71 X 1

4 X 1 24 X 1 8 X 2 72 X 1
5 X 2 26 X 1 10 X 3 87 X 1
ج X 4 30 X 2 19 X 1 97 X 1
ᄀ X 2 33 X 2 20 X 1 100 X 1
9 X 1 42 X 1 23 X 1 109 X 1

10 X 2 73 X 1 128 X l·
av . لأ٠لأ 147 X 1

av. 13 .؛7 148 X 1
av. 94:.8

Supernatants from transfected cultures (10٥ cells ؟er well) 
were passaged ◦nt◦ fresh HEp-2 cells, overlaid with methyl 
cellulose, and stained with F-specific monoclonal
antibodies.
Read as follows: 19 wells had 0 plaques' 2 wells had 1 
plaque each, 2 wells had 2 plaques eachz and 1 well had 3 
plaques.
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This Example illustrates the introduction of specific 
predetermined mutations into infectious RSV using the 
recombinant methods described herein. As noted above, the 
complete nucleotide sequence Of cpts530 RSV was determined and 5 
mutations known to be present in the parent cpRSV were retained 
in cptsB3Q, the further attenuated derivative. One additional 
nucleotide change was identified at nucleotide (nt) position 
10060, which resulted in a phenylalanine to leucine change at 
amino acid position 521 in the large polymerase (L) protein (see 
Tables 37, 39). This single amino acid substitution was 
introduced alone or in combination with the cp mutations into 
the full-length cDNA clone of wild-type Α2 RSV. Analysis of 
infectious viruses recovered from mutant cDNAs indicated that 
this single mutation specified complete restriction of plaque 
formation ◦f recoÉinant срБЗО in ΗΕρ-2 cell monolayer cultures 
at 4O٠C, and the level of temperature sensitivity was not 
influenced by the presence ◦f the 5 cpRSV mutations. These 
findings identify the phenylalanine to leucine change at amino 
acid position 521 in the L protein as the mutation that 
specifies the ts phenotype ◦f cpts530. similarly, one 
additional nucleotide change was identified in the cpts530/1009 
recombinant in comparison to its cpts530 parent virus (Table 
37). This nucleotide substitution at position 12002 resulted in 
an amino acid change in L at position 1169 at which a methionine 
in the wild type virus was replaced by a valine in the 
cpts530/1009 mutant. This mutation has also been introduced 
into recombinant RSV, and the recovered virus was temperature 
sensitive. These findings identify the methionine to valine 
change at position 1169 as the mutation that specifies the 
greater level of temperature sensitivity of cpts530/l009 over 
that of cpts530.

The levels Of temperature sensitivity among the 530, 
530/1009 and 530/1030 recombinant virus have been confirmed with
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RSV-CAT or RSV-LiUciferase minigenome (see above) monitored by 
enzF assay Or Northern blot analysis. For example, at the 
elevated temperature of 37٠c, the luciferase activity generated 
by selected mutants relative to wild-type L protein was 18.4%, 
1.5% and 0.4% for 1009, 530, and the double mutant pTMl-L 
support plasmid. These exempla^ mutations also decreased L 
function at 32٠c with 70% activity for 1009, 40% activity for 
530, and 12.5% activity for 530/1009 L protein compared to wt L 
protein، The effects of these mutations on transcription and 
replication can also be determined using the minigenome system, 
alone or in combination with the recombinant viral methods 
disclosed herein.

10
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To incorporate the cpts530 and the cptsl009 specific 
mutations into a defined, attenuated recombinant RSV vaccine 
virus, the cDNA-based recovery system described herein was 
employed as follows. The previously-described RSV Α2 wild-type 
full-length cDNA clone (Collins et al., supra., (1995)) was 
designed in the original construction tO contain a single 
nucleotide insertion of c in the cDNA clone at nt position 1099 
(which creates an 11ق؛ع site) and a total Of 6 additional 
nucleotide substitutions at 4 loci. Thus, the nucleotide 
numbering system for the naturally occurring virus and for the 
recoinnbinant viruses derived from cDNA are out of register by one 
nt after position 1099. The nucleotide numbering in Tables 36 
and 37, above, represents the positions for the naturally 
occurring viruses, while those for the cDNA clones (Table 39) 
and recombinant viruses derived from cDNA clones are one 
nucleotide more. One of the ج nucleotide substitutions is ة G 
to c change in genome sense at nt position 4 in the leader 
sequence. This nucleotide variation has been detected in 
ποη-recoÉinant RSV and was not found to have an effect on the 
temperature sensitivity Of virus replication in tissue culture 
or in mice (Firestone, et دق .نم  Virology, 225:419-522 (1996)م 
incorporated herein by reference) . Table 39 lists the various 
mutations which were inserted into the RSV cDNA in this and 
subsequent Examples.

Intermediate clones (D50 and D39) were used to 
assemble the full-length RSV cDNA clone D53, which encodes 
positive-sense RSV antigenome (Fig. 4) . The D50 plasmid 
contains the RSV genome from the leader to the M2-L overlap 
downstream of a Τ7 promoter, while the D39 plasmid encodes the 
full-length L gene and the trailer followed by the hammerhead 
ribozyme and two Τ7 terminators (approximately フ kb in length) 
bordered by SamHI and Mini restriction sites· The full-length 
RSV cDNA clone (D53) used in transfections to rescue infectious 
virus was assembled by inserting the Вап٦Н1-Ши1 fragment ◦f the 
D39 plasmid into the D50 plasmid (see u.s. Patent Application 
No. 08/720,132； and published PCT Application No.
PCT/US96/15524, each incorporated herein by reference)· D5G was 
further separated into several pieces each placed in a phagemid
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plasmid for the purposes of facilitating mutagenesis: One piece 
was an Xbal-EcoRI fragment containing the N gene (cDNA 
pUC118٠D50N), and one was a Stul-BaznHl fragment containing the F 
and Μ2 genes (pUC118.F-M2). D39 was further separated into two
pieces each placed in a separate phagemid plasmid: one piece 
(left hand half, cDNA PÜC119.L1) runs from the BamHl site tQ the 
Pmll site at nucleotide 12255 (note that the sequence positions 
assigned to restriction site locations here and throughout are 
intended as a descriptive guide and do not alone precisely 
define all Qf the nucleotides involved), and the other (right 
hand half, cDNA pUC119٠L2) from the Ριώ/Ι site to the end of the 
Τ7 terminator.

Mutations were placed into the pUCH8٠ and pUC119- 
based constructs illustrated in the bottom row of Fig. 4 
following standard procedures (see, e.g., Kunkel et al.۶ Methods 
Enzymol, 54:367-382 (1987), incorporated herein by reference〉. 
The plasmids were propagated in a dut ung strain of E٠ соИч in 
this case CJ236, and single stranded DNA was prepared by 
infection with a helper phage, in this case Μ13ΚΟ7. 
Phosphorylated synthetic oligonucleotides each containing one or 
more nucleotide changes of interest were prepared, annealed to 
the single stranded template singly or in combination, and used 
to direct DNA synthesis by Τ4 DNA polymerase. The products were 
ligated and transformed into a поп-dut ung strain of E. coli, in 
this case DH5alpha or DH10B٠ Miniprep DNA of the transformant 
colonies was screened for the presence ◦f the mutation by 
restriction enzyme di.gestion Or by nucleotide sequence analysis 
◦f the mutagenized region. Fragments containing the appropriate 
mutations were transferred from the pUC constructs back into the 
D50 or D39 plasmids, which in turn were assembled into a full- 
length clone designated D53. Recombinant virus was recovered in 
HEp-2 cells by complementing the D53 plasmid with a mixture of 
the four support plasmids encoding the N, P, L and Μ2 (ORFl) 
proteins, as described above.

Four types Of mutations are involved in this and 
subsequent examples describing specific recombinant RSV 
incorporating biologically derived mutations (see Tables 36/ 37, 
39):
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(1) The first group of mutations involves six 
translationally silent new restriction site markers introduced 
into the L gene, collectively called the "sites" mutations. The 
six sites are Bsu36I, SnaBlt Pmelf RsrII, BstEII and a second, 
downstream SnaBI site, and are underlined in Fig. 4 above the 
D53 diagram. These six changes, collectively referred to as the 
”sites'■ mutations, were inserted for the purpose of facilitating 
cDNA construction, Also, it is known that recoÉnation can 
occur during transfection between the D53 plasmid and the 
support plasmids, i.e., the K, p, M2(ORF1) and L plasmids 
(Garcin et al., EMBO J٠ 14:6087-6094 (1995), incorporated herein 
by reference. These restriction sites in L are present in the 
D53 construct but not in the L support plasmid, and thus provide 
a marker to confirm that recombination in L did not occur. This 
is particularly important since many Of the attenuating 
mutations occur in L٠

(2) The second group of mutations involves two amino acid 
changes in the F gene (Fig. 4, Table 39), The cpRSVتم and hence 
all of its derivatives, is derived from a wild type virus called 
ΗΕΚ-7. The sequence of the original D53 cDNA differs from that 
of ΗΕΚ-7 by single nucleotide substitutions at seven positions. 
One is at nucleotide 4, which is a c (in negative sense) in the 
original D53 and G in the HEK virus. However, biologically- 
derived viruses have been shown to contain either assignment, 
and can fluctuate between the two, and so this difference is 
considered incidental and not considered further here. Four 
other nucleotide substitutions were silent at the amino acid 
level; these were two changes in F, at positions 6222 and 6387, 
one in the F-M2 intergenic region at position 7560, and one in L 
at position 10515〉 . These also are not considered significant 
and are not considered further. Finally, there were two 
nucleotide substitutions, each in the F gene, which each 
resulted in an amino acid substitution (Table 39). These two 
changes, collectively called the "HEK” assignments, were 
introduced into D53 such that the encoded recombinant wild type 
virus would be identical at the amino acid level to the ΗΕΚ-7 
wild type parent Of the biologically-derived cpts mutants. Note 
that each ◦f these changes was designed to also introduce a new
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restriction enzyme recognition site for the purpose of
monitoring the presence of the introduced mutation in cDNA as 
well as in recovered virus.

(3) The third group of mutations involved the five amino 
acid substitutions found in the cpRSV virus, collectively called 
the '١cp" mutations. These are present in all of the
biologically-derived cpts viruses and contribute to the
attenuation phenotype. In biologically-derived cpRSV, each ◦f 
these amino acid changes is due to a single nucleotide change.
As shown in Table 39/ when the amino acid coding change was 
introduced into cDNA to make recombinant virus in four ◦f the 
five cases each coding change was made to involve two nucleotide 
substitutions, which renders the recombinant RSV highly 
resistant to reversion to wild type. Note that four of these 
changes were designed to introduce a new restriction enzyme 
site, whereas the fifth was designed to ablate an existing site, 
thus providing a method for monitoring the presence of the 
mutation by the presence or absence of the restriction site in 
cDNA or RT-PCR products generated from recombinant viruses.

 The fourth group of mutations involves point و4)
mutations specific to individual, biologically derived cpts 
viruses (Table ЗЭ, Fig. 4), which are named after the biological 
step at which they were acquired. For example, derivation of 
the cpts248/404 virus from cpRSV in the following Example 
involved two steps of mutagenesis. The first yielded the 
cpts248 virus, which sustained a single amino acid change that 
is therefore called the 248 mutation. The second mutagenesis 
step, applied to cpts248, yielded the cpts248/404 virus, which 
contains an amino acid change in L called the 404(L) mutation 
and a nucleotide change in the gene start (GS) signal of Μ2, 
called 404(Μ2) mutation. The remaining mutations, namely 530, 
1009 and 1030, each involve a single (different) amino acid 
change. The 404(Μ2) mutation is noteworthy because it involves 
the GS transcription signal (and does not involve a protein- 
coding sequence》 and because this mutation was shown in a 
minigenome system to be important for synthesis of the mRNA.
Kuo et al., J. Virol. 71:4944-4953 (1977) (incorporated herein
by reference). As outlined in Tables 36, 37, and 39, the amino
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acid coding changes of the 248, 404(L), and 1009 mutations were 
inserted into recombinant virus using two nucleotide 
substitutions for the purpose of improved genetic stability. 
Also, the 248, 404(Μ2)/ 404 (L) , and 1009 mutations for 
recoÉinant virus were each designed tO introduce a new 
restriction site for monitoring purposes, while the 1030 
mutation was designed to ablate an existing site.

In the present Example, several pUCH8٠ and 
pUC119-based constructs were derived from the D50 and D39 
plasmids and desired mutations were introduced into these 
constructs (Figs. 4, 5). Fragments containing the appropriate 
mutations were transferred from the pUC constructs back into the 
D50 or D39 plasmids as indicated, which in turn were assembled 
into a full-length clone. In this way, six different types of 
D53 full-length derivative clones were generated (Figs. 4, 5).
In Fig. 5, the D53 constructs lacked the two HEK mutations in F 
(see Fig. 4).

Mutagenesis was performed using the Muta-Gene® 
Phagemid in vitro Mutagenesis kit (Bio-Rad, Hercules, CA) as 
recommended by the manufacturer. The mutagenized constructs 
were transformed into competent ثج coli DH10B (Life
Technologies) . Miniprep DNA of the transformant colonies was 
screened for the presence of the mutation by restriction enzyme 
digestion (see below) or by nucleotide sequence analysis ◦f the 
mutagenized region.

The six translationally silent restriction site 
markers, the 530 mutation (52iphe->leu) , and the 5 cp mutations 
(Table 39) were introduced into the pUC-based constructs and 
subcloned into the D50 and D39 plasmids as indicated in Figs. 4 
and 5. The various full-length cDNA constructs were assembled 
using D50 and D39 constructs containing different combinations 
of the above mentioned mutations.

In the final cDNA constructs, the presence Of the 530 
and the cp mutations were confirmed by sequence analysis, while 
the presence of the silent restriction sites were determined by 
restriction endonuclease analysis. Each D53-based construct was 
analyzed using various restriction enzymes (e.g. Hpal, AccIf 
Hindlll, Pstl), and ^he restriction patterns of the newly
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generated full-length cDNA clones were compared with that of the 
previously rescued wild-type full-length cDNA clone. This 
restriction analysis was used t◦ determine if an insertion or 
deletion of 100 nt: or more had occurred during the bacterial 
amplification of the full-length plasmids.

Transfection was performed as described previously 
(Collins, et al., Proc. Natl. Acad. Sei. USA/ 92:11563-11567 
(1995), incorporated herein by reference). Briefly, monolayers 
of HEp-2 cells were infected at an MOI ◦f 1 with recombinant 
vaccinia virus MVA strain expressing Τ7 RNA polymerase (MVA-T7) 
and were transfected using LipofectACE (Life Technologies) with 
a D53 antigenomic construct plus the N, p, L and Μ2 (ORFl) pTMl 
support plasmids. On day three, supernatants (clarified medium) 
were passaged onto fresh HEp-2 cells for amplification of 
rescued virus. Virus suspensions from this first amplification 
were hanested 5 days after infection and, following inoculation 
at various dilutions onto monolayers of HEp-2 cells, were 
overlayed with methylcellulose for plaque enumeration or with 
agarose for plaque hanest and biological cloning. Plaque 
enumeration was performed using a monoclonal
antibody-horseradish peroxidase staining procedure as previously 
described (Murphy et al.. Vaccine/ 8:497-502 (1990), 
incorporated herein by reference》. The recovered recombinant 
viruses were biologically cloned by three successive plaque 
purifications, and then used to generate virus suspensions 
following two passages on HEp-2 cells. The biological cloning 
was important to ensure a homogeneous population of the 
recovered viruses, as recombination may arise during the first 
step of the rescue between the plasmid representing the 
full-length cDNA of RSV and the support plasmids containing RSV 
genes {Garcin et al., EMBQ ¿٢. / 14:6087-6094 (1995) / inco^orated 
herein by reference). These biologically cloned and amplified 
virus suspensions were used in further molecular genetic or 
phenotypic characterization of the recombinant viruses. Two 
bi이〇gica.lly cloned recoÉinant viruses were generated for each 
of the cDNA constructs (Fig. 5) except for cpL530٠sites and 
٠p530-sites, for which only one biological clone was generated. 
In each case, when there were sister clones, they were
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indistinguishable on the basis of genetic and biological 
analyses described below. A representative example Of the 
foregoing constructs corresponding to D53-530-sites 
(alternatively designated Α2 ts530-s cllcp, or ts530-sites) has 
been deposited under the terms of the Budapest Treaty with the 
ATCC and granted the accession number ٦/R-2545٠

The recombinant RSVs generated as described above 
were genetically characterized to determine if they indeed 
contained each of the introduced mutations. Monolayers of HEp-2 
cells were infected with biologically cloned recombinant vins 
and total RNA was harvested 4 亡〇 5 days post infection as 
described above. RT was performed using random hexamer primers 
and the generated cDNA was used as template in PCR using the 
Advantage T" cDNA PCR Kit (Clontech Lab، Inc., Palo Alto, CA) tO 
generace three fragments representing almost the full-length of 
the recombinant RSV genomes. The PCR fragments corresponded to 
the RSV genome between nt positions 1-5131, 5949 -10751 and 
8501-15179. Also, a 544 bp fragment representing a portion ◦f 
the L gene in the region of the 530 mutation between nt 
positions 9665 and 10209 was generated. This short PCR fragment 
was used in cycle sequencing (using 71001 delta TAQTM* Cycle 
Sequencing Kit, USB, Cleveland, OH) tO confirm the presence or 
the absence of the 530 mutation in the recovered recombinant 
virus, whereas the large PCR products were used in restriction 
enzyme digestion to confirm the presence of the silent 
restriction site markers and the cp mutations which were marked 
with specific restriction sites.

To verify that the recombinant RSVs produced 
according to the above methods incorporated the desired 
phenotype, i.e.f the phenotype specitied by the incorporated 
sequence change(s), the efficiency of plaque formation (EOP〉 of 
the recombinant RSVs and the nonrecoÉinant control viruses was 
determined. Specifically, plaque titration at 32, 37, 38, 39 
and 4O٠C using HEp-2 monolayer cultures in temperature 
controlled water baths was conducted, as described previously 
(Crowe et al.. Vaccine/ 11:1395-1404 (1993); Firestone, et al., 
Virology 225:419-522 (1996), each incorporated herein by
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reference) . Plaque identification and enumeration was performed 
using antibody staining as indicated above.

The level of temperature-sensitivity Of the 
recombinant viruses and the wild-type and biologically derived

5 mutant cpts530 viruses is presented in Table 40. These data
show that the introduction of the silent restriction sites or 
the cp mutations does not confer a ts phenotype. This latter 
observation is consistent with our previous finding that the 
cpRSV is a ts* virus (Crowe, et al.. Vaccine, 12:691-699 (1994)).

10



WO 98/02530 PCT/US97/12269

145

5

10

15

20

25

30

35

40

45

Table 40. Comparison Of the Efficiency Of Plaque Formation3 of Recombinant 
and Biologically Derived Viruses in HEp-2 Cell¿ at Various Temperatures.

Reduction in Virus 
titer (logio) at

RSV Titer ilogioPfu/ml indicated temperature
Virus at indicated temp.)ئ compared to that at 32٠c

4032 38 39 40 39

Wild-typec 5.7 5.5 5.4 5.3 0.3 0.4
r-sites 5.4 5.1 5.2 5.2 0.2 0.2
rcp-sites 6.1 5.7 5.7 5.7 ϋ.4 0.4

Г53О 6.3 6.0 4.4 <0.7 1.9 >5.6
r53٠-sites 6.4 6.1 4.4 <٢اد٩ 2.0 >5.7

٢٠جةتأغج،هتةام 5.8 5.9 3،8 <0.7 2.0 〉5.1
rcp53٥٠sites 6.3 5.0 4.1 <ϋ،Ί 2.2 >5.6
cptsS٦٢١c 6.6 5.8 4٠4 く〇.7 2.2 >5.9

Efficiency Of plaque formation of the various RSV strains was 
determine¿ by p!a(؟ue titration on monolayers of HEp-2 cells under 
semisolid overlay for five days at the indicated temperatures (٥c) .

Virus titers are the average of two tests؛ except for r-sites and r cp- 
sites where data were derived from a single test.

Biologically derived control viruses.

The above findings confirm that ts phenotype of the 
biologically derived ؟pts530 virus is specified by the single 
mutation identified above as being unique to this attenuated RSV 
strain. Genetic analysis of the cpts530 strain was confirmed in 
this context by the introduction of the 530 mutation into a 
full-length cDNA clone ◦f the Α2 wild-type حخ٠  parent virus, 
followed by the recovery of a ts recombinant virus bearing the 
530 mutation. Analysis of the level of temperature sensitivity 
of this and additional recombinant viruses containing the 530 
and cp mutations revealed that the level of temperature 
sensitivity specified by the 530 mutation was not influenced by 
the five cp mutations. Thus, the methods and compositions Of 
the invention identified the
530 mutation as the ts phenotype-specific mutation which is 
attributed with further attenuation of the cpts530 virus in 
model hosts over that ◦f its cpRSV parent (Crowe etal٠,
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Vaccine, 12:783-90 (1994), Crowe et al.. Vaccine/ 13:847-855 
(1995), each incorporated herein by reference).

In addition to the above findings, introduction of the 
1009 mutation or 1030 mutation into recoÉinant RSV, in 

combination with the cpts530 mutation, generated recombinants 
whose levels of temperature sensitivity were the same as those 
of the respective, biologically derived cpts530/1009 and 
cpts530/1030 RSV mutants.

The above findings illustrate several important 
advantages Of the recombinant methods and RSV clones of the 
invention for developing live attenuated RSV vaccines. The 
insertion of a selected mutation into recombinant RSVz as well 
as the recovery of mutations from the RSV Α2 cDNA clone were 
relatively efficient. The antigenome cDNA clone used in this 
example had been modified in the Original construction to 
contain changes at five different loci, involving 6 nucleotide 
substitutions and one nucleotide insertion. Mutagenizêd vims 
are also described containing mutations at an additional twelve 
lOci involving 24 additional nucleotide substitutions. The fact 
that only the 530 mutation imparted a phenotype detectable in 
tissue culture indicates the relative ease Of manipulation of 
this large RNA genome. Although recombination between the 
support plasmids and the full-length clone that is mediated by 
the vaccinia virus enzymes can occur (Garcin et al., انقع , 
14:6087-6094 (1995)), its frequency is sufficiently low that 
each of the 10 viruses analyzed here possessed the mutations 
present in the cDNA clone from which it was derived. Thus, it 
is readily feasible to introduce further attenuating mutations 
in a sequential manner into RSV, to achieve a desired level Of 
attenuation.

The demonstrated use of the present RSV recovery 
system for direct identification of attenuating mutations and 
the established success for manipulating recombinant RSV allow 
for identification and incorporation Of other desired mutations 
into live infectious RSV clones. Previous findings from 
clinical studies and sequence analysis of the cpRSV virus 
suggest that the set of five non-Cs mutations present in cpRSV 
are attenuating mutations for seropositive humans (Connors et
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 ,Virology ,.اة Viroloov, 208:478-84 (1995), Firestone, et ,.اة
225:419-522 (1996), Friedewaldetal., JAMA, 203:690-694 (1968), 
Kim et al.. Pediatrics, 48:745-755 (1971), each incorporated 
herein by reference) . These and other mutations are selected 
for their confirmed specificity for attenuated and/or ts 
phenotypes using the methods described here, and can then be 
assembled into a menu ◦f attenuating mutations. These and other 
attenuating mutations, both ts and non-ts, can then be
introduced into the RSV Α2 wild٠type virus to produce a live 
attenuated virus selected for a proper balance between 
attenuation and immunogenicity. In this regard, it is 
advantageous that the 530 and other identified ts mutations are 
not in the G and F glycoproteins which induce the protective 
immune responses to RSV in humans. This permits the development 
of an attenuated RSV cDNA backbone with mutations outside of F 
and G that can serve as a cDNA substrate into which the F and G 
glycoproteins of RSV subgroup B or those of an epidemiologicaJLly 
divergent subgroup A strain can be substituted for the Α2 F and 
G glycoproteins. In this way, a live attenuated RSV vaccine can 
be rapidly updated to accommodate antigenic drift within 
subgroup A strains, and a subgroup B vaccine component can also 
be rapidly produced.

EXAMPLE X
Construction of an Infectious Recombinant RSV Modified to
Inco^orate Phenot٦/pe-Specific Mutations of RSV strain

C٥ts248/4Q4

This Example Illustrates additional designs for 
introducing predetermined attenuating mutations into infectious 
RSV employing the recombinant procedures and materials described 
herein.

Previous sequence analysis of the RSV Α2 cpts248 
mutant also identified a single mutation in the L gene, a 
glutamine to leucine substitution at amino acid position 831 
(Table 39; Crowe et 3ا., virus Genes 1996) 273-13:269 م), 

incorporated herein by reference). This mutation was confirmed 
by the methods herein to be attenuating and ts. Sequence
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analysis Of the further attenuated RSV mutant cpts248/404 
revealed two additional mutations, a nt change in the Μ2 gene 
start sequence and an amino acid substitution, aspartic acid to 
glutamic acid at amino acid position 1183 in the L protein 
(Table 39; Firestone, et al.ر virology, 225:419-522 (1996), 
incorporated herein by reference) .

The biologically-derived attenuated RSV strain 
cpt5248/4O4 was reconstructed as a recombinant virus 
(rA2cp/248/4O4) according to the above described methods. cDNA 
D53 encoding rA2cp/248/4O4 virus was instructed by insertion of 
the sites, HEK, cp, 248 and 404 changes (Table 39) . Recombinant 
virus (rA2cp/248/4O4) was recovered, plaque purified and 
amplified. The presence of the mutations in recombinant virus 
was analyzed by RT-PCR of viral RNA followed by restrictif 
enzyme digestion or nucleotide sequencing or both. The 
rA2cp/248/4O4 recombinant was recovered using either the pTMLwt 
or pTML248/404 support plasmid, the latter of which contains all 
of the mutations in Li present in the biologically derived 
cpts248/404 mutant (Table 39, not including the mutations 
specific to the 530, 1009, or 1030 viruses). Using the 
PTML248/404 as a support plasmid precludes loss Of 248/404 
mutations present in a full length clone by homologous 
recombination with the support plasmid.

Recombinant viruses were recovered from D53 DNA in 
which only the sites and HEK mutations were present <rA2 in 
Table 41), to demonstrate that these changes were indeed 
phenotypically silent as expected. Recombinant virus containing 
the sites, HEK and cp mutations was recovered (called rA2cp in 
Table 41), tO evaluate the phenotypes specified by the cp 
mutations، AlsO， as shown in Table 41, separate viruses were 
constructed containing the sites, HEK and cp background together 
with (i) the 248 mutation (rA2cp/248), (ii) the two 404 
mutations (rA2cp/404); and the 404(Μ2) mutation (rA2cp/404(M2), 
and the 404 (لا mutation (rA2cp/404(L)).

These viruses were evaluated in parallel for the 
ability to form plaques in HEp-2 cells at З2٠с, 36٠С/ З7٠с, 38٠c 
and 39٥c٠ This comparison showed that all viruses formed 
plaques at 32٠c, and showed that the titers Of the various virus
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other, which is within the range of experimental variation 
typically seen among independent preparations Of RSV. The 
introduction ◦f the added "sites" and HEK mutations into wild 
type recombinant virus (匕〇 yield virus rA2) did not alter the 
virus with regard to its ability to grow at the elevated 
temperatures, as compared with biologically-derived wild type 
virus (virus Α2 wt〉 . The additional introduction Of the cp 
mutations (to yield virus rA2cp) also did not alter its ability 
to grow at elevated temperatures. This is the expected result, 
because the biologically derived cpRSV from which the mutations 
were derived does not have the ts phenotype; its mutations are 
of the host range variety. The 404 mutation in L does not 
appear to be a ts mutation since rA2cp/404(L) was not tSi 
However, this mutation may otherwise prove to be attenuating, as 
will be determined by further analysis in accordance with the 
methods herein. Thus, ◦f the two specific mutations in cpts 
248/404 virus only the 404Μ2 mutation is ts. The further 
addition of the 248 and 404 mutations (to yield rA2cp/248/4O4 
virus) resulted in a ts phenotype that was essentially 
equivalent to its biologically-derived equivalent virus as 
evidenced by being greatly impaired in the ability to form 
plaques at З6٠с-З7٠с, with pinpoint plaques being formed at the 
former temperature. These recombinant viruses incorporated a 
variety Of mutations predicted to have no effect on growth in 
tissue culture, and additional mutations expected tO confer a ts 
phenotype. Each type of mutation yielded results consistent 
with these expectations, demonstrating that the RSV genome can 
be manipulated in a reasonably predictable way.
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Table 41. Efficiency Of Plaque Formation of Selected RSV Mutants

Virus titer {log10pfu/m]i) 
at indicated temperature (OQ Shut-

。ff
Virasi Transfectant 32 36 37 38 39 temp

Α2 wt* 2 5.0 4.8 5.1 4.6 4.7 >3و

rA2 14-1Β-1Α2 4.9 ه٠ق 4٠4 4.5 3.9 >39

rA2cp 12-2ΒΊΒ1 5.6 5.1 4.8 3.8 ٦٠٩ ت>9

rA2cp/248 12-6Α٠1Α1 5.8 4.8★ 4.0* �.ه< <ϋ٠٦ 38

rA2cp/404-L 16-1Α-1Α1 5.4 5.2 5.1 4.9 5.0 >39

rA2q)/404٠M2 15-1Α-1Α1 4.9 ٠ᄀ >دآ دآ<٠٩ �ه٠٩ <ϋ٠٩ 36

rA2cp/404 16-4Β-1Β1 3.3 1.2* <0.7 ه<٠٩ <ϋ.٩ 36

r٠A2cp/248/4O4 32٠6Α٠٠2 6.0 .هك٦ .لًا<٦ ه<٠٩ لًا<٠٦ 36

rA2cp/248/4O4/53O 13-4Β-3 ٩ᄀ 4.7* 2.5* nd <ϋ٠Ί 37

cpts248/404(WLVP)2 5.1 .هك٦ ه<٠٩ <0.7 <ϋ٠٦ 36

Rec٠_inant (r) viruses have bee؟ plaque purified and amplified in HEp-
2 cells. Note that the stocks of recombinant and biologically-derived 
viruses had not been adjusted to contain equivalent amounts of pfu/ml: 
the level of variation seen here is typical for RSV isolates at an 
early stage of amplification from plaques. Each recombinant virus 
contains the L-gene s+tes and the F-gene HEK ^nutations. The code in 
the "Transfectantاا column refers to the transfection and plaguing 
history.

Biologically derived viruses: Α2 wt and cpts248/404 (WLVP L1621OB-15O). 

Pin-point plaque size
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Table 41 shows further characterization Of mutations 

specific to the 248 and 404 mutagenesis steps. Specifically, 
viruses were constructed using the sites م НЕК and cp background 
with the addition of: (i) the 248 mutation (to yield virus

5 rA2cp/248), (ii) the two 404 mutations (virus rA2cp/404); or the
404(Μ2) mutation (virus rA2cp/404(M2)) (Table 39). Each of 
these three viruses exhibited the ts phenotype, providing direct 
identification of these mutations as being ts. The 248 mutation 
provided a lower level of temperature sensitivity, whereas the

IQ 404(142) mutation was highly ts and was not augmented by the
addition ◦f the 404(L) mutation. It was remarkable that the 
404(Μ2) mutation is ts, since it is a point mutation in a 
transcription initiation, or gene start (GS), signal, and this 
type Qf mutation has never been shown to be ts·

15
EXAMPLE XI

Construction of Recombinant RSV CoÉinincr Predetermined
Attenuating Mutations From Multiple Attenuated Parent viruses

20 The present Example illustrates a combinatorial design
for producing a multiply attenuated recombinant RSV 
(rA2cp/248/4O4/53O) which incorporates three attenuating 
mutations from one biologically derived RSV strain (specifically 
cpts248/404) and an additional attenuating mutation from another

25 RSV strain (٠pts530). This recombinant RSV exemplifies the
methods of the invention for engineering stepwise attenuating 
mutations to fine tune the level of attenuation in RSV vaccines, 
wherein multiple mutations contribute to a further attenuated 
phenotype of the vaccine strain and provide for enhanced genetic

30 stability.
The cDNAs and methods of Examples IX and X above were 

used to construct a D53 cDNA containing the sites, HEK, cp, 248, 
404 and 530 changes (Table 39). This involved a combination of 
attenuating mutations from four separate biologically-derived

35 viruses, namely cpRSV, cpts248, cpts248/404 and cpts530٠

RecoÉinant virus (rA2cp/248/404/БЗО) was recovered, plaque 
purified and amplified. The presence ◦f the mutations was 
analyzed by RT-PCR of viral RNA followed by restriction enzyme
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digestion or nucleotide sequencing or both. rA2cp/248/4O4/53O 
lacked the 248 mutation in L, but possessed the 530 mutation and 
the Other 248/404 mutation.

The rA2cp/248/4O4 virus was evaluated for its ability 
to form plaques in HEp-2 cells at 32٠С/ З6٠с, З7٠с, 38٠c and 
39٠c as described above (Table 41). All of viruses formed 
plaques at 32٠c and were similar to wild type in the efficiency 
of growth at this temperature. The rA2cp/248/4O4/53O virus was 
essentially equivalent to the biologically-derived cpts248/404 
virus with regard to the ts phenotype, evidenced by being 
greatly impaired in the ability to form plaques at 37٠c. Thus, 
the addition Of the 530 mutation to the rA2cp/248/4O4 background 
did not increase its ts phenotype, however, the recombinant 
lacked the 248 mutation in L٠

Based on this and the foregoing Examples, the 
invention allows recovery of a wide variety of recombinant 
viruses containing two or more ts mutations from the set ◦f 
mutations which have been identified and confirmed from 
biologically derived RSV mutants, for example the 248, 404, 530, 
1009, or 1030 biological mutants. Examples of such recombinant 
viruses include RSV having a combination ◦f 248/404/530 
mutations, 248/404/1009 mutations, 248/404/1030 mutations, 
248/404/530/1009 mutations, 248/404/530/1030 mutations, 
248/404/530/1030 mutations, 248/404/1009/1030 mutations, or 
other combinations of attenuating mutations disclosed herein.
In addition, recombinant RSV incorporating one or more ts 
mutations identified from biologically derived RSV mutants can 
be combined with other mutations disclosed herein, such as 
attenuating gene deletions or mutations that modulate RSV gene 
expression. One such example is to coÉine 248/404 mutations 
with an SH gene deletion in a recombinant clone, which yields a 
viable vaccine candidate. A host of other combinatorial mutants 
are provided as well, which can incorporate any ◦ne or more ts 
mutations from biologically derived RSV and any one or more 
other mutations disclosed herein, such as deletions, 
substitutions, additions and/이;* rearrangements ◦f genes or gene 
segments. The cp mutations, which are attenuating host range 
rather than attenuating ٤s mutations, also can be included along
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with one or more other mutations within the invention٠ This 
provides a panel of viruses representing a broad spectrum in 
terms of individual and combined levels of attenuation, 
immunogenicity and genetic stability. These attenuating 
mutations from biologically derived RSV mutants can be further 
coÉined with the various other structural modifications 
identified herein, which also specify desired phenotypic changes 
in recombinant RSV, to yield yet additional RSV having superior 
vaccine characteristics ٠

EXAMPLE XII
Recove:ry of Infectious Respiratory s٦zncytial virus

Expressing An Additional/ Foreign Gene
The methods described above were used to construct 

recoÉinant RSV containing an additional gene, encoding 
chloramphenicol acetyl transferase (CAT) . The CAT coding 
sequence was flanked by RSV-specific gene-start and gene-end 
motifs, the transcription signals for the viral RNA-dependent 
RNA polymerase. Kuo et al٠, J٠ Virol. 70:6892-6901 (1996) 
(incorporated herein by reference). The RSV/CAT chimeric 
transcription cassette was inserted into the intergenic region 
between the G and F genes ◦f the complete cDNA-encoded positive- 
sense RSV antigenome, and infectious CAT-expressing recombinant 
RSV was recovered. The CAT mRNA was efficiently expressed and 
the levels Of the G and F mRNAs were comparable to those 
expressed by wild type recombinant RSV. The CAT٠containing and 
wild type viruses were similar with regard to the levels of 

synthesis ◦f the major viral proteins.
Plasmid D46 was used for construction of cDNA encoding 

RSV antigenomic RNA containing the CAT gene. (Plasmids D46 and 
D53, the latter being described above, are different
preparations of the same antigenome cDNA·) D46 which encodes 
the complete, 15,223-nucleotide RSV antigenome (one nucleotide 
longer than that of wild type RSV) and was used to produce 
recombinant infectious RSV, as described above. During its 
construction, the antigenome cDNA had been modified 亡〇 contain 
four new restriction sites as markers. One Qf these, a stul 
site placed in the intergenic region between the G and F genes
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(positions 5611-5616 in the 3'-5' sequence of the wild type 
genome》， was chosen as an insertion site for the foreign CAT 
gene. A copy Qf the CAT ORF flanked on the upstream end by the 
RSV GS signal and on the downstream end by the RS GE signal was 
derived from a previously-described RSV٠CAT minigenome (Collins 
et al., Proc. Natl. Acad. Sci■ USA 88:9663-9667 (1991〉 and Kuo 
et al., J. Virol. 70: 6892-6901 (1996), incorporated by 
reference herein) . The insertion of this RSV/CAT transcription 
cassette into the stul site yielded the D46/1024CAT cDNA 
(deposited under the terms Of the Budapest Treaty with the ATCC 
and granted the accession number ٦7R٠2544), which increased the 
length Of the encoded antigenome to a total of 15,984 
nucleotides. And, whereas wild type RSV encodes ten major 
subgenomic mRNAs, the recombinant virus predicted from the 
D46/1024CAT antigenome would encode the CAT gene as an eleventh 
mRNA. The strategy of construction is shown in Fig. 6٠

Producing infectious RSV from cDNA-encoded antigenomic 
RNA, as described above, involved coexpression in HEp-2 cells of 
five cDNAs separately encoding the antigenomic RNA or the N, p,
L or M2(ORF1) protein, which are necessary and sufficient fOr 
viral RNA replication and transcription. cDNA expression was 
driven by Τ7 RNA polymerase supplied by a vaccinia-T7
recombinant virus based on the MVA strain. The MVA-T7
recombinant vims produced infectious progeny sufficient to 
cause extensive cytopathogenicity upon passage, and therefore, 
cytosine arabinoside, an inhibitor Of vaccinia virus
replication, was added 24 h Allowing the transfection and 
maintained during the first six passages. The use Of cytosine 
arabinoside was not required, however, and was not used in later 
examples herein.

Two antigenome cDNAs were tested for the recovery of 
RSV: the ・ cDNA/ and the D46/1024CAT cDNA. Each one yielded 
infectious recombinant RSV. Cells infected with the D46/
1024САТ recombinant virus expressed abundant levels of CAT 
enzyme· For each virus, transfection supernatants were passaged 
to fresh cells, and a total ◦f eight serial passages were 
performed at intervals Of five to six days and a multiplicity Of 
infection ◦f less than 0.1 PFU per cell.
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The CAT sequence in the D46/1024CAT genome was flanked 
by RSV GS and GE signals, and thus should be expressed as an 
additional, separate, polyadenylated TT٦RNA. The presence ◦f this 
predicted mRNA was tested by Northern blot hybridization of RNA 
from cells infected with D46/1024CAT virus or D46 virus at the 
eighth passage. Hybridization with a negative-sense CAT- 
specific riboprobe detected a major band which was ◦f the 
appropriate size to be the predicted CAT mRNA, which would 
contain 735 nucleotides not including poly(A). This species was 
efficiently retained by oligoidT) latex particles, showing that 
it was polyadenylated. In some cases, a minor larger CAT- 
specific species was detected which was Of the appropriate size 
to be a G'CAT readthrough mRNA. The D46/1024CAT virus had been 
subjected to eight passages at 1OW multiplicity Of infection 
prior to the infection used for preparing the intracellular RNA. 
There was n◦ evidence ◦f shorter forms ◦f the CAT mRNA, as might 
have arisen if the CAT gene was subject to deletion.

Replicate blots were hybridized with negative-sense 
riboprobe specific t◦ the CAT, SH, GorF gene, the latter two 
genes flanking the inserted CAT gene. The blots showed that the 
expression ◦f the subgenomic SH, G and F mRNAs was similar for 
the two viruses. Phosphoimagery was used to compare the amount 
of hybridized radioactivity in each of the three RSV mRNA bands 
for D46/1024CAT and D46. The ratio of radioactivity between 
D46/1024CAT and D46 was determined for each mRNA: SH, 0.77； G, 
0.87; and F, 0.78. The deviation from unity probably indicates 
that slightly less RNA was loaded for D46/1024CAT versus Ώ46, 
although it is also possible that the overall level of mRNA 
accumulation was slightly less for D46/1024CAT RSV. The 
demonstration that the three ratios were similar confirms that 
the level ◦f expression of each Of these mRNAs was approximately 
the same for D46/1024CAT versus D46٠ Thus, the insertion of the 
CAT gene between the G and F genes did not drastically affect 
the level of transcription of either gene.

To characterize viral protein synthesis, infected HEp- 
2 cells were labeled with [35s]methionine, and cell lysates were 
analyzed by PAGE either directly or following
immunoprecipitation under conditions where recovery Of labeled
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antigen was essentially complete. Precipitation with a rabbit 
antiserum raised against purified RSV showed that the 
D46/1024CAT and D46 viruses both expressed similar amounts of 
the major viral proteins Fl， N, p, M, and Μ2. That a similar 
level Of Μ2 protein was recovered for each virus was noteworthy 
because its gene is downstream of the inserted CAT gene. 
Accumulation of the F protein, which is encoded by the gene 
located immediately downstream of the insertion, also was 
examined by immunoprecipitation with a mixture of three anti-F 
monoclonal antibodies. A similar level of the ٢ل  subunit was 
recovered for each virus. Phosphorimagery analysis of the major 
viral proteins mentioned above was performed for several 
independent experiments and showed some sample-to-sample 
variability, but overall the two viruses could not be 
distinguished on the basis of the level ◦f recovered proteins ٠ 

Precipitation with anti-CAT antibodies recovered a single 
species for the D46/1024CAT but nOt for the D46 virus. Analysis 
of the total labeled protein showed that the N, p and M proteins 
could be detected without immunoprecipitation (although 
detection of the latter was complicated by its comigration with 
a cellular species) and confirmed that the two viruses yielded 
similar patterns. The position corresponding to that of the CAT 
protein contained more radioactivity in the D46/1024CAT pattern 
compared to that Qf D46, as was confirmed by phosphorimagery of 
independent experiments. This suggested that the CAT protein 
could be detected among the total labeled proteins without 
precipitation, although this demonstration was complicated by 
the presence of a comigrating background band in the uninfected 
and D46-Ínfected patterns.

RT-PCR was used to confirm the presence Of the CAT 
gene in the predicted location of the genome ◦f recombinant RSV. 
Total intracellular RNA was isolated from the cell pellet of 
passage eight of both D46/1024CAT and D46 RSV٠ Two primers were 
chosen that flank the site ◦f insertion, the stul restriction 
endonuclease site at RSV positions 5611-5616： the upstream 
positive-sense primer corresponded to positions 5412-5429, and 
the downstream negative-sense one to positions 5730-5711. The
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positive-sense primer was used for the RT step, and both primers 
were included in the PCR.

RT-PCR of the D46 virus yielded a single product that 
corresponded t◦ the predicted fragment of 318 nucleotides, 
representing the G/F gene junction without additional foreign 
sequence. Analysis of D46/1024CAT viral RNA yielded a single 
product whose electrophoretic mobility corresponded well with 
the predicted 1079 nucleotide fragment, representing the G/F 
gene junction containing the inserted CAT transcription 
cassette. The latter PCR yielded a single major band; the 
absence of detectable smaller products indicated that the 
population of recombinant genomes did not contain a large nuÉer 
of molecules with a deletion in this region. When PCR analysis 
was performed on D46/1024CAT virus RNA without the RT step, no 
band was seen, confirming that the analysis was specific to RNA. 
Thus, the RT-PCR analysis confirmed the presence of an insert Of 
the predicted length in the predicted location in the genomic 
RNA of the D46/1024CAT recombinant virus.

Enzyme expression was used to measure the stability of 
the CAT gene. Cell pellets from all Of the passages beginning 
with the third were tested for CAT expression. For the virus 
D46/1024CAT, all these assays displayed conversion of [ اهلح  
labeled chloramphenicol into acetylated forms· To investigate 
stability of expression, virus from 20 or 25 individual plaques 
from passage three or eight, respectively, was analyzed for CAT 
expression. All samples were positive, and the level of 
expression of CAT was similar for each of the 25 isolates from 
passage eight, as judged by assay of equivalent aliquots of cell 
lysate. This demonstrated that the activity of the CAT protein 
encoded by each isolate remained unimpaired by mutation.

To determine plaque morphology and size, beginning 
with the second passage, one-eighth of the medium supernatant 
(i.e., 0.5 ml) harvested from each passage stage was used to 
infect fresh HEp-2 cells in six-well plates that were incubated 
under methylcellulose overlay for five to seven days. The cells 
were then fixed and stained by incubation with monoclonal 
antibodies against RSV F protein followed by a second antibody 
linked to horseradish peroxidase. Earlier, it had been observed
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that recombinant RSV produced from cDNA D46 was
indistinguishable from a naturally-occurring wild type RSV 
isolate with regard to efficiency of plaque formation over a 
range of temperatures in vitro, and the ability to replicate and 
cause disease when inoculated into the respiratory tract of 
previously uninfected chimpanzees. Thus, the D46 recombinant 
RSV was considered to be a virulent wild type strain. The 
plaques produced by the D46 and D46/1024CAT recombinant viruses 
were compared by antibody staining. Plaque morphology was very 
similar for the two viruses, although the average diameter of 
the CAT٠containing recombinant plaques was 90 percent of that of 
the D46 virus, based on measurement Of thirty randomly-selected 
plaques for each virus.

The efficiency of replication in tissue culture Of the 
D46 and D46/1024CAT viruses was compared in a single step growth 
cycle. Triplicate monolayers of cells were infected with either 
vims, and samples were taken at 12 h intervals and quantitated 
by plaque assay. The results showed that the production Of 
D46/1024CAT virus relative to D46 was delayed and achieved a 
maximum titer which was 20-fold lower.

These results show that it is possible tO construct 
recombinant, helper-independent RSV expressing a foreign gene, 
in this instance the CAT gene. The recombinant RSV directed 
expression Of the predicted polyadenylated subgenomic mRNA that 
encoded CAT protein, the protein being detected both by enzyme 
assay and by radioimmunoprécipitation, other examples have 
produced RSV recoÉinants with the luciferase gene inserted at 
the same CAT site ثم or with the CAT or luciferase genes inserted 
between the SH and G genes. These viruses also exhibit reduced 
growth, whereas the numerous wild type recombinant viruses 
recovered exhibit undiminished growth. This indicates that the 
reduced growth indeed is associated with the inserted gene 
rather than being due to chance mutation elsewhere in the 
genome. The level Of attenuation appears to increase with 
increasing length of the inserted gene. The finding that 
insertion of a foreign gene into recombinant RSV reduced its 
level of replication and was stable during passage in vitro 
suggests that this provides yet another means for effecting
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attenuation for vaccine use. AlsO， the insertion into
recombinant RSV of a gene expressing a protein having antiviral 
activity, such as gamma interferon and IL-2, among others, will 
yield attenuation ◦f the virus due tQ activity of the expressed 
antiviral protein.

In addition to demonstrating recovery of RSV having 
modified growth characteristics, the examples herein illustrate 
other important methods and advantages for gene expression of 
recombinant RSV and Other nonsegmented, negative strand viruses. 
For example, the data provided herein show that foreign coding 
sequences can be introduced as a separate transcription cassette 
which is expressed as a separate mRNÄ٠ These results also show 
that RSV is tolerant Of substantial increases in genOme length, 
e.g٩ ◦f 762 nucleotides in the case of the CAT gene to a total 
of 15,984 nucleotides (1.05 times that of wild type RSV〉. The 
luciferase gene that was successfully recovered is almost three 
times longer.

The viral RNA-dependent RNA polymerases are known to 
have an error-prone nature due to the absence of proofreading 
and repair mechanisms. In RNA virus genomes, the frequency of 
mutation is estimated to be as high as 10"4 - 10.5 per site on 
average (Holland et al., Curr. Τορ٠ Microbiol. Immunol. 176:1-2◦ 
(1992) and references therein). In the case Of the recombinant 
D46/1024CAT RSV produced here, correct expression of the foreign 
gene would be irrelevant for virus replication and would be free 
tQ accumulate mutations. The passages described here involved a 
multiplicity of infection less than 0.1 pro per cell, and the 
duration of each passage level indicated that multiple rounds of 
infection were involved. While yields Of infectious virus from 
RSV-infected tissue culture cells typically are low,
intracellular macromolecular synthesis is robust, and the poor 
yields of infectious virus seem to represent an inefficient step 
in packaging rather than low levels of RNA replication. Thus, 
the maintenance of CAT through eight serial passages involved 
many rounds ◦f RNA replication. It was surprising that the 
nonessential CAT gene remained intact and capable ◦f encoding 
fully functional protein in each of the 25 isolates tested at
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the eighth passage. Also, RT-PCR analysis of RNA isolated from 
passage eight did not detect deletions within the CAT gene.

A second infectious RSV-CAT recombinant was 
constructed in which the CAT transcription cassette was inserted 
into an Xmal site which had been engineered into the SH-G 
intergenic region (which is one position closer to the promoter 
than the F-G intergenic used above). The growth characteristics 
of this recombinant were similar to those of the D46/1024 CAT 
recombinant, whereas the level of CAT expression was
approximately two to three-fold higher, consistent with its more 
promoter-proximal location. This illustrates that a foreign 
gene can be inserted at a second, different site within the 
genome and its level Of expression altered accordingly· In 
principle, any portion Of the genome should be able to accept 
the insertion
of a transcription unit encoding ة foreign protein as long as 
the insertion does not disrupt a mRNA-encoding unit and does not 
interfere with the cis٠acting sequence elements found تأة both 
ends Of the genome.

An infectious recombinant RSV was also recovered in 
which the CAT gene was replaced by that ◦f the luciferase (LUC) 
marker enzyme. The LUC coding sequence is approximately 1,750 
bp (three times the size of CAT) t and is larger than any ◦f the 
RSV genes except for F and L. It was inserted at either the 
SH-G or G-F intergenic regions and infectious recombinant virus 
was recovered. The LUC viruses were further attenuated relative 
to the CAT viruses with regard to growth in tissue culture, 
suggesting that increases in the size of the genome lead to 
decreases in growth efficiency. Characterization of these CAT 
and LUC viruses will determine the effect of foreign gene size 
On virus gene expression and growth, such as how much is due to 
the introduction of the additional set of transcription signals, 
and how much is due to increased genome length.

In the minireplicon system, an RSV-CAT minigenome was 
modified such that the transcriptional unit is in the ”sense·' 
orientation in the positive-sense antigenome rather than the 
minigenome. Thus, subgenomic mRNA can be made only if the
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polymerase is capable of transcription of the antigenome 
replicative intermediate. Interestingly, when complemented by 
plasmid-expressed N, p, L and Μ2 ORFl protein, this inverse 
RSV-CAT minigenome was capable Of synthesizing subgenomic, 
polyadenylated, translatable mRNA. Efficient n٦RNA synthesis was 
dependent on the Μ2 ORFl protein, as is the case for minigenome 
transcription. The level Of T٢٦RNA relative to its antigenome 
template was approximately the same as the ratio of niA to 
minigenome template made by a standard minireplicon. This 
indicates that the antigenome, as well as the genome, can be 
used to accept a foreign transcriptional unit. Thus, 
expression of a foreign gene can be achieved without placing it 
into the genome transcriptional Order. This had the advantage 
that the foreign gene is nOt be part Of the transcriptional 
program of the genome and thus will not perturb the relative 
levels of expression Of these genes.

Because most of the antigenic difference between the 
two RSV antigenic subgroups resides in the G glycoprotein, 
recombinant RSV can be constructed to express the G protein of 
the heterologous subgroup as an additional gene to yield a 
divalent vaccine. Envelope protein genes Of some other 
respiratory viruses, such as human parainfluenza 3 viruS/ also 
can be inserted for expression by recombinant RSV. Other uses 
include coexpression of immune modulators such as interleukin 6 
to enhance the immunogenicity of infectious RSV. other uses, 
such as employing modified RSV as described herein as a vector 
for gene therapy, are also provided.

Example XIII
RecoÉinant RSV Having a Deletion of the SH gene

This example describes production of a recombinant RSV
in which expression of the SH gene has been ablated by removal 
◦f a polynucleotide sequence encoding the SH mRNA and protein. 
The SH protein is a small (64 amino acids in the case of strain 
Α2) protein which contains a putative transmembrane domain at 
amino acid positions 14-41. It is oriented in the meÉrane with 
the C٠terminus exposed and there is a potential glycosylation 
site in both the C-teÉnal and N-tewinal domains (Collins et
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al., ل٠ Gen# Virol. 71:3015-3020 (1990), incorporated herein by 
reference》٠ In infected cells, the SH protein of strain Α2 
accumulates in four major forms; (i) SHO (Mr 750◦), the 
full-length, unglycosylated form that is the most abundant 
(Olmsted et al., J٠ Virol. 63:2019-2029 (1989), incorporated 
herein by reference); (ii) SHg (Mr 13,000-15,000》， which is the 
full length form containing a single N-linked carbohydrate 
chain; (111) SHp (Mr 21,000-40,000), which is a modified version 
of SHg in which the single N-linked carbohydrate chain is 
modified by the addition of polylactosaminoglycan (Anderson et 
al.. Virology 191:417-430 (1992), incorporated herein by 
reference); (iv) SHt (Mr 4800), a truncated unglycosylated form 
which is initiated from the second methionyl codon (position 23) 
and which alone among the different forms does not appear to be 
transported to the cell surface. The SHO and SHp forms have 
been detected in purified virions, suggesting that there is a 
selectivity at the level of virion morphogenesis (Collins et 
al., suprar (1993)).

Among the paramyxoviruses, ostensibly similar SH 
proteins have been found in simian virus 5 (Hiebert et al., طق 

Virol. 55:744-751 (1985》，incorporated herein by reference》， 
bovine RSV (Samal et al., J٠ Gen. Virol. 72:1715-1720 (1991), 
incorporated herein by reference), mumps virus (Elango et al٠,

J٠ Virol, 63:1413-1415 (1989), incorporated herein by
reference), and turkey rhinotracheitis virus (Ling etal. ر ل .

Gen, Virol, 73:1709-1715 (1992), incorporated herein by 
reference〉 . The small hydrophobic VP24 protein of filoviruses 
is thought to be a surface protein (Bukreyev et al., Biochem.
Mol. Biol·. Int٠ 35:605-613 (1995), incorporated herein by 
reference) and is also a putative counterpart of the 
paramyxovirus SH protein.

The function of the SH protein has nOt been heretofore 
defined. In a fusion assay in cells expressing plasmid-encoded 
proteins, efficient fusion of CV-1 cells by RSV proteins 
required the coexpression of the F, G and SH proteins (Heminway 
et al., Virolocrv 200:8〇1-805 (1994), incorporated herein by 
reference) . Without wishing to be bound by theory, several 
functions ◦f the RSV SH protein may exist: (i) it may enhance
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viral attachment Or penetration (Heminway et al., supra٠)； (ii〉 
it may be involved in virion morphogenesis; or (iii) it may have 
a "luxury” function distinct from a direct role in virus growth, 
such as interaction with components of the host immune system as 
recently described for the V protein of Sendai virus (Kato et 

لة٠م  EMBO 1997) 587-16:178 4ل), incorporated herein by
reference). Function (i) or (ii) above may involve an activity 
that modifies membrane permeability, as has been suggested by 
others for some hydrophobic proteins Of various viruses 
(Maramorosh et al. (eds·). Advances in virus Research 45:61-112 
(1995); Schubert et al., FEBS Lett. (1996); Lamb et al.，

Virology 229:1-11 (1997), each incorporated herein by 
reference〉 . All Of these potential activities of the SH protein 
may be incorporated within the invention according to the 
methods and strategies described herein, to yield additional 
advantages in RSV recombinant vaccines.

TO produce a recombinant RSV having a selected 
disruption ◦f SH gene function, the SH gene was deleted in its 
entirety from a parental RSV clone. The above described plasmid 
D46 plasmid is One such clone which encodes a complete 
antigenomic RNA Of strain Α2 of RSV, which was used successfully 
to recover recombinant RSV (See u.s. Patent Application No· 
08/720/132,· U.S. Provisional Patent Application No. 60/007,083, 
each incorporated herein by reference). This antigenome is one 
nt longer than the naturally-occurring genome and contains 
several optional restriction site markers. The D46 plasmid was 
modified so that the complete SH gene was deleted, yielding 
plasmid D46/6368 <Fig٠ 기 .

The construction of plasmid D46/6368 involved two 
parental subclones / D50, which contains a Τ7 promoter attached 
to the left-hand end Of the genome encompassing the leader 
region tO the beginning of the L gene, and D39, which contains 
the end of Μ2 and the L gene attached at the downstream end to a 
hammerhead ribozF and tandem Τ7 transcription terminators.
The D50 plasmid was digested with Seal (position 4189 in the 
complete 15,223-nucle٠tiae antigenome sequence) and Pacl 
(position 4623) and the resulting 435 bp fragment was replaced 
with a short DNA fragment constructed from two complementary
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oligonucleotides. In this exemplary deletion, the 435-bp 
fragment located between the Seal and Pacl sites corresponds to 
the very downstream end of the M gene, its GE signal, and the 
complete SH gene except for the last six nucleotides Of its GE 
sequence (Fig.フ). This was replaced with the two synthetic 
partially complementary oligonucleotides, 5'-
ACTCAZATAAGTTAATAAAAAATATCCCGGGaT-3 r fSEQ ID NO: 3] (positive- 
sense strand, the M GE sequence is underlined, Xmal site is 
shown in italics, and the Seal half-site and Pacl sticky end at 
the left and right respectively are shown in bold italics) and 
5 z - CCCGGGATAÏÏTTTTATTAACTTATTTGAGT-3 1 [SEQ ID NO: 4] (negative- 
sense strand). This cDNA, called D50/6368, was used to accept 
the BamHl-Mlul fragment of D3 9 containing the remainder of the 
antigenome، This resulted in the plasmid D46/6368 which encoded 
the complete antigenome except for the deleted sequence, an 
antigenome that is 14,825 nt long, 398 nt shorter than the 
antigenome encoding by the wild type plasmid D46. The sequence 
Of the insert was confirmed by dideoxynucleotide sequence 
analysis. An Xmal site was optionally introduced so that 
inserts could easily be placed at this position in subsequent 
work.

Transfection, growth and passaging of virus, plaque 
purification, and antibody staining of viral plaques were 
generally performed according to the procedures described 
hereinabove, but with two modifications: ⑴ cytosine 
arabinoside, an inhibitor ◦f vaccinia virus was not used; (ii) 
HEp-2 cells used for transfection were incubated at either 32٠c 
or 37٠c, and all recovered viruses were propagated at 37٠c.

To evaluate total RNA and poly(A)+ RNA, cells were 
scraped and resuspended in 100 μΐ of water, and total 
intracellular RNA was isolated using Trizol™ reagent (Life 
Technologies) according the manufacturer's recommendation 
(except that following isopropanol precipitation the RNA was 
extracted twice with phenol-chloroform followed by ethanol 
precipitation. Poly(A)+ RNA was isolated using the Oligotex 
mRNA kit (Qiagen, Chatsworth, CA) .

To conduct reverse transcription and polymerase chain 
reaction (RT-PCR) · the SH gene region was copied into cDNA and
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amplified. Total intracellular RNA was subjected to reverse 
transcription with Superscript II (Life Technologies) using as 
primer the positive sense synthetic oligonucleotide
5(-GAAAGTATATATTATGTT-З ٠ [SEQ ID NO: 5] . This primer is 
complementary to nucleotides 3958-3975, which are upstream of 
the SH gene. An aliquot Of the cDNA product was used as 
template in PCR using as primer the above-mentioned
oligonucleotide together with the negative-sense oligonucleotide 
5 ٠ -TATATAAGCACGATGATATG-З f [SEQ ID N0:6]. This latter primer 
corresponds to nucleotides 4763-4782 of the genome, which are 
downstream the SH gene. An initial 2 min. denaturation step was 
performed during which the Taq DNA polymerase was added, and 
then 33 cycles were performed (denaturation, 1 min. at 94٠c； 
annealing, 1 min. at 39٠c； elongation, 2 min، at 72〇〇 . The 
products were then analyzed on a 2.5% agarose gel·.

For Northern, blot hybridization, RNA was separated by 
electrophoresis on agarose gels in the presence of formaldehyde 
and blotted to nitrocellulose. The blots were hybridized with 
[32p] -CTP-labeled DNA probes ◦f the M, SH, G, F/ Μ2 and L· genes 
which were synthesized individually ئ vitro from cDNAs by 
Klenow polymerase with random priming using synthetic hexamers 
(Boehringer Mannheim, Indianapolis, IN). Hybridized
radioactivity was quantitated using the Molecular Dynamics 
(Sunnyvale, CA》 Phosphorlmager 445 SI.

35s methionine labeling, immunoprecipitation, and 
polyacrylamide gel electrophoresis procedures were performed as 
described previously (Bukreyev et al., supra) ، Electrophoresis 
was conducted using pre-cast 4%-20% Tris-glycine gels {Novex}.

For In vitro growth analysis, HEp-2, 293, CV٠1, Vero, 
MRC-5, African green monkey kicmey (AGMK), bovine turbinate 
(ВТ), and MDBK cell monolayers were used in a single-step growth 
cycle analysis. For each type of cells, three 25-cm2 culture 
flasks were infected with 1〇7 PFU of the D46/6368 (SH-minus) Or 
D46 (wild type recombinant〉 virus■ Opti-ΜΕΜ (Life Technologies) 
with 2% fetal bovine serum (FBS) (Summit〉 was used for HEp-2, 
Vero, 293, ВТ, MRC-5, and AGMK cells; Ε-ΜΕΜ (Life Technologies) 
with 1%, or 2% FBS was used for MDBK or ВТ cells, respectively. 
After 3 hours adsorption at 37٠c, cells were washed with 4 ml
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medium three times each, 4 ml medium was added, and the cells 
were incubated at 37٠c with 5% C02. Then, at various times 
after inoculation (see below) , 200 μΐ aliquots of medium 
supernatant were removed, adjusted to contain 10◦ mM magnesium 
sulfate and 50 mM HEPES buffer (pH 7.5), flash-frozen and stored 
at -7O٠C until titration; each aliquot taken was replaced with 
an equal amount Of fresh medium. For titration, HEp-2 cells 
(24-well plates) were infected with 10-fold dilutions of 
aliquots, and overlaid with Opti-ΜΕΜ containing 2% FBS and 0.9% 
methylcellulose (MCB Reagents》. After incubation for フ days, 
the medium was removed and the cell monolayer was fixed with 80% 
methanol at 4٠c٠ The plaques were incubated with a mixture of 
three monoclonal antibodies specific to RSV F protein, followed 
by goat anti-mouse IgG conjugated with horseradish peroxidase 
(Murphy et al.. Vaccine 8:497-502 (1990), incorporated herein by 
reference) .

Recovery of infectious, recombinant RSV lacking SH 
gene function followed the above described procedures, wherein 
the D46/6368 plasmid was cotransfected into HEp-2 cells together 
with plasmids encoding the N, p, Land Μ2 ORFl proteins, and 
the cells were simultaneously infected with a recombinant ◦f the 
MVA strain of vaccinia vi^s that expresses Τ7 RNA polymerase. 
Parallel cultures were transfected with the D46 wild type cDNA 
under the same conditions. Medium supernatants were harvested 
three days post-transfection and passaged once، After 6 days 
incubation at 37٥c, an aliquot of medium supernatant
representing each original transfection was plated onto fresh 
HEp-2 cells, incubated for six days under methylcellulose 
overlay, and stained by reaction with a mixture of three 
monoclonal antibodies specific to the RSV F protein Allowed by 
a second antibody conjugated with horseradish peroxiaase. 
Morphology of plaques of wild type recombinant virus versus the 
SH-minus virus were very similar, except that the latter plaques 
were larger. Notably, plaques formed by each ◦f the control and 
SH minus viruses contained syncytia.

To conrirm the absence of the SH gene in the genome ◦f 
recovered D46/6368 virus, cells were infected with the first 
passage of wild type or SH-minus recombinant virus, and total
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intracellular RNA was recovered and analyzed by RT-PCR. RT was 
performed with a positive-sense primer that annealed upstream of 
the SH gene, at genome positions 3958-3975. PCR was performed 
using the same primer together with a negative-sense primer 
representing nucleotides 4763-4782, downstream of the SH gene.
As shovm in Fig. 8, wild type D46 virus yielded a single PCR 
product corresponding to the predicted 824 bp fragment between 
positions 3958 and 4782 (lane 3), In the case Of the D46/6368 
vims, the PCR product was shorter and corresponded to the 
predicted 426 bp fragment containing the deletion (lane 2) · The 
generation of The PCR products was dependent on the RT step, 
showing that they were derived from RNA rather than DNA, as 
expected. Thus, RT-PCR analysis demonstrates that the genome of 
D46/6368 virus contains the expected 398٠nucle٠tide deletion at 
the SH locus.

To examine the transcription of genes located upstream 
and downstream the SH gene, poly(A)+ mRNA was isolated from 
cells infected with the D46 or D46/6368 virus and analyzed by 
Northern blot hybridization (Fig. 9). The intracellular RNA 
purposefully was not denatured prior tO poly(A)+ selection； 
thus, as shown below, the selected mRNA also contained genomic 
RNA due to sandwich hybridization to mRNA. This permitted 
simultaneous analysis of riA and genome, and the ability to 
relate the abundance of each mRNA to genomic RNA contained in 
the same gel lane made it possible to compare mRNA abundance 
between lanes. The blots were hybridized with [Up]-labeled DNA 
probes which were synthesized from cDNA clones by random priming 
and thus contained probes of both polarities. Selected probes 
represented individually the Mz SH, G, F, Μ2, and L genes (Fig.

٠(9

The SH probe hybridized to both subgenomic SH mRNA and 
genomic RNA in the case of the wild type D46 virus but not for 
the D46/6368 virus (Fig. و) . The probes specific for other RSV 
genes hybridized in each case to the genome and to the expected 
major monocistronic rnRNA for both viruses. In addition, a 
number of previously described dicistronic readthrough mRNAs 
alsO were detected with both viruses, such as the F-M2, G-F and 
P-MmRNAs.



WO 98/02530 PCTZUS97/12269

168

5

10

15

20

25

30

35

The G-specific probe hybridized to an novel species 
specific tQ the D46/6368 virus, which appeared to be a 
readthrough of the M and G genes. This combination was possible 
due to the deletion of the intervening SH gene. The same 
species, specific tQ D46/6468 but not D46, appeared to hybridize 
in addition only with the M٠specitic probe.

Relative levels of synthesis were subsequently 
quantified for each mRNA of D46 versus D46/6368. For each 
pairwise comparison, the amount of mRNA in a given gel lane was 
normalized relative to the amount of genome. This caparison 
showed D46/6368 versus D46 expressed the following mRNAs in the 
indicated ratio (D46/6368 to D46) : M G (1.3), F (0.61),
Μ2 (0.32), and L (0.17)•

To compare viral proteins synthesized by D46 versus 
D46/6368 RSV clones, HEp-2 cells were infected at an input 
multiplicity of infection of 2 PFU per cell and labeled by 
incubation with [35s]methionine from 16 to 20 h post-infection. 
Cell lysates were prepared and analyzed directly or following 
immunoprecipitation using a rabbit antiserum raised against 
purified RSV virions. Total and immunoprecipitated proteins 
were subjected to PAGE On 4-20% gradient gels (Fig. 10).

In the case Of the D46 virus, the pattern of 
immunoprecipitated proteins included the unglycosylated form ◦f 
SH protein, SHO, and the N-glycosylated form, SHg, whereas 
neither species was evident fOr the D46/6368 virus (Fig. IQ).
The SHO protein also could be detected in the pattern Of total 
infected-cell proteins in the case Of D46, but not D46/6368٠ 

Otherwise, the patterns of proteins synthesized by D46 versus 
D46/6368 were essentially indistinguishable. Phosphorimager 
analysis of the N, Р/ M, Fi， and Μ2 proteins in the pattern of 
immunoprecipitated proteins showed that equivalent amounts were 
made by both viruses (Fig. 10).

As described above, preliminary comparison of the D46 
and D46/6368 viruses by plaque assay indicated a difference in 
growth in vitro. Therefore, we further compared the two viruses 
with regard to plaque size in HEp-2 cells. Particular care was 
taken to ensure that the monolayers were young and not 
overgrovzn, since these variables can effect plaque size. After



WO 98/02530 PCT/VS97/12269

10

15

20

169
ᄀ days incubation at 37٠c under methylcellulose, the monolayers 
were fixed with metha^l and photographed. This revealed a 
striking difference in plaque size. Measurement of 30 plaques 
of each virus viruses showed that the plagues of the D46/6368 
virus were on average 70% larger than those of the D46 virus.

Further experiments were undertaken to render a growth 
curve analysis for eight different cell lines representing 
different species and different tissue Origins, to compare 
efficiencies Of replication of the D46 and D46/6368 viruses 
(Table 42). Triplicate monolayers Of each type of cell were 
infected with either virus, and samples were taken at 12 Or 24 
hours intervals, and quantitated by plaque assay and antibody 
staining. Surprisingly, the D46/6368 virus grew to higher 
titers relative to the D46 wild type in three cell lines, namely 
HEp-2, 293 and AGMK-21 cells. In HEp-2 cells (Fig. 11〉， the 
titer Of progeny D46/6368 virus at 36 hours post infection was 
2.6 fold greater than for the D46 virus. In 293 cells (Fig■
 the yield of D46/6368 virus was two fold greater than that ر(12
of the D46 virus at 36 hours post infection, and this difference 
increased to4٠8 and 12.6-fold at 60 and 84 h post infection, 
respectively. In AGMK-21 cells (Fig. 13), the yield of D46/6368 
virus was 3.2 times at 36 hours post infection. In MRC-5, Vero, 
CV-1, MDBK and ВТ cells, a significant difference in replication 
among mutant and wild-type virus was not observed, indicating 
that the growth Of SH٠minus RSV was not substantially affected 
by host range effects.

25
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TABLE 42
Replication Of D46/6368 virus as Compared to D46 Virus 

in Various Cell Lines
D46/636Ö Virus 
Replication As

Cell Type Host Tissue Type Compared tQ D46
HEp-2 human larynx increased
293 human kidney increased
MRC٠5 human lung similar

�هلآ٠ monkey kidney similar
ΝΒ.-7Ύ monkey kidney increased
CV-1 monkey kidney similar
ВТ bovin¿ turbinate similar
MDBK bovine kidney similar

These and other findings herein demonstrate that 
deletion of the SH gene yields not only recoverable, infectious 
RSV, but a recombinant RSV which exhibits substantially improved 
growth in tissue culture, based on both yield of infectious 
virus and on plaque size. This improved growth in tissue 
culture specified by the SH deletion provides useful tools for 
developing RSV vaccines, for example by overcoming problems of 
poor RSV yields in culture. Moreover, these deletions are 
highly stable against genetic reversion, rendering RSV clones 
derived therefrom particularly useful as vaccine agents.

To evaluate replication, immunogenicity and protective 
efficacy of the exemplary SH'deletion clone in mice, 
respiratory-pathogen-free 13-week old BALB/c mice in groups of 
24 were inoculated intranasally under light methoxyflurane 
anesthesia on day 0 with 10ه PFU per animal in a 0.1 ml inoculum 
of wild type recombinant D46 virus, SH-minus recombinant 
D46/6368 virus, or biologically-derived cold-passaged (cp) 
temperature-sensitive (ts) virus cpts248/4O4 (Firestone et al., 
supra/ (1996), incorporated herein by reference). This latter 
vims has been extensively characterized in rodents, chimpanzees 
and humans, and is highly restricted in replication in the upper 
and lower respiratory tract of the mouse. At each of days 4, 5ر 

6 and 8 post-inoculation, six mice from each group were 
sacrificed by ^◦2 asphyxiation, and nasal turbinates and lung
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tissue were obtained separately, homogenized, and used in plague 
assay for quantitation Of virus using the antibody staining 
procedure described above.

In the upper respiratory tract, the SH minus D46/6368 
virus exhibited an attenuation phenotype (Fig. 14)· In the 
present example, its level of replication was 10-fold lower than 
that ◦f the wild type vi^s, and was comparable to that of the 
٠pts248/4O4 vim In contrast, in the lower respiratory tract 
(Fig. 15) the level of replication ◦f the D46/6368 virus was 
very similar to that of the wild type, whereas the cpts248/404 
virus was highly restricted. In additional studies, it was 
determined that the recombinant virus encoded by the parental 
D46 cDNA has a wild type phenotype with regard to replication 
and virulence in naive chimpanzees, a fully permissive 
experimental animal. This indicates that the parental 
recombinant virus, assembled as it was from a laboratory strain, 
contains a full complement of intact genes necessary for 
replication and virulence in a permissive host. These and other 
properties of exemplary gene deletion RSV strains render a host 
of methods and strains available for vaccine use.

To further evaluate immunogenicity and protective 
efficacy of recombinant RSV, four additional groups ◦f mice were 
inoculated as described above with wild type recombinant, its 
SH-minus derivative, or the cpts248/404 vins, or were mock 
infected. Four weeks later the mice were anesthetized, serum 
samples were taken, and a challenge inoculation of 106 PFU of 
biologically-derived RSV strain Α2 per animal was administered 
intranasally. Four days later the animals were sacrificed and 
nasal turbinates and lung tissues were harvested and assayed for 
infectious RSV as described above. Serum IgG antibodies which 
bind to the RSV F protein were quantitated in an ELISA using F 
glycoprotein which had been immunoaffinity-purified from RSV 
Long strain infected cells (Murphy et al., supra/ 1990〉.

The immunogenicity assays for the D46 wild type, 
D46/6368 SH-minus, and cpts248/404 viruses showed that mice 
which had been infected on day 0 with any of the three viruses 
developed high levels of F-specific serum antibodies (Table 43) ٠ 

All of these test hosts were highly resistant in both the upper
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Table 43. The RSV D46/6366 SH-minus virus is immunogenic and protects the 
upper and lower respiratory tract of mice against wild-type challenge

Immunizing
Virusi

No. of 
Mice

Serum antibody titer2 
(reciprocal mean l٥g2)

RSV Α2 Replication 
after chailenge^
(mean l^opfu/g tissue》

Day 0 Day 28
Nasal

turbinates Lungs

D464 6 7.3 15.0 < 2.0 < 1.7

D46/6368؛ 6 ᄀ.٦ 15.0 2.1 く 1.7

cpts248/404 6 ᄀ.٠ 12.6 2.3 < 1.7

none ٤ ٦.Б 7.3 4.6 5.1

Groups of BALB/c mice were immunized intranasally with iofi pfu of the 
indicated virus on day 0٠

Serum IgG antibody response was quantitated in an ELISA using 
liunopurified F glycoprotein from RSV subgroup A.

Mice were intranasally administered 10٥ pfu of RSV Α2 on day 28 and 
sacrificed 4 days later.

Wild type recombinant virus.

SH-minus recombinant virus.

Comparisons of the SH genes of different RSVs and 
different pneumoviruses provide additional tools and methods for 
generating useful RSV recoÉinant vaccines. For example, the 
two RSV antigenic subgroups, A and B, exhibit a relatively high 
degree of conservation in certain SH domains. In two such 
domains, the N-terminal region and putative membrane-spanning 
domains of RSV A and B display 84% identity at the amino acid 
level, while the ح-terminal putative ectodomains are more 
divergent (approx. 50¾ identity) (Collins et al.ثم supra, 1990). 
Comparison of the SH genes of two human RSV subgroup B strains ثم 
8/60 and 18537, identified only a single amino acid difference 
(Anderson et al., supra). The SH proteins of human versus 
bovine RSV are approximately 40% identical, and share major 
structural features including (i) an asymmetric distribution Of
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conserved residues similar to that described above； (ii) very 
similar hydrophobicity profiles; (الل) the presence of two 
N،linked glycosylation sites with one site being on each side ◦f 
the hydrophobic region; and (iv) a single cysteine residue on 
the carboxyterininal side of the central hydrophobic region of 
each SH protein. (Anderson et al., supra). By evaluating these 
and other sequence similarities and differences, selections can 
be made of heterologous sequence(s) that can be substituted or 
inserted within infectious RSV clones, for example to yield 
vaccines having multi-specific immunogenic effects.

Transcriptional analyses for D46 and D46/6368 yielded 
Other important findings within the present example. Overall 
transcription levels were substantially the same for both 
viruses, whereas. Northern blot analysis revealed certain 
differences in accumulation of individual mRNA species.
Notably, transcription Of the M gene, located upstream of the SH 
gene, was substantially the same for the two viruses. However, 
deletion of the SH gene resulted in increased transcription for 
its downstream neighbor, the G gene (Fig. 16). Based on these 
results, transcriptional levels of selected RSV genes can be 
modulated simply by changing the respective polarities or 
proximity of genes on the RSV map. For example, the D46 virus G 
gene is seventh in the gene order, whereas deletion of the SH 
gene places it in the sixth positif, resulting in increased 
levels Of transcription. The observed increase in transcription 
associated with this change in gene order was less than the 2.5 
to 3-fold increase which has been reported in other recombinant 
viral systems (see, e.g., Kuo et al٠, supra/ (1996)).

Another important finding revealed in the foregoing 
studies was that each of the genes downstream Of the G gene <F, 
Μ2 and L) was expressed less efficiently in the SH-minus mutant, 
and there was a steeper gradient of polarity for D46/6368 versus 
the wild type D46 virus exhibited by these downstream genes 
(Fig. 16〉 . Notably, the engineered M-G intergenic region Of 
D46/6368 that was left following the SH deletion was 65 nt in 
length. In comparison, the longest naturally-occurring 
intergenic regions in strain Α2 are the 44-nt M-SH, 46-nt F-M2, 
and 52،nt G-F intergenic regions, and strain 18537 has a F-M2
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intergenic region of 56 nt (Johnson et اة., j. Gen. Virol. 
69:2901-2906 (1988), incorporated herein by reference). The 
naturally-occurring intergenic regions Of strain Α2, which range 
in size from one to 52 nt, did not substantially differ with 
regard to their effect on transcriptional readthrough and 
pdarity in a dicistronic minigenome (Kuo et al, supra 1996) نم)). 
However, testing of regions longer than the 52-nt G-F region 
according to the methods ◦f the invention may establish an upper 
limit after which the polymerase is affected more severely.
Thus, the lower-than٠expected increase in G gene transcription 
resulting from the change in gene order observed in the SH-minus 
deletion clones, as well as the reduced transcription of the 
downstream genes, may be attributable to the greater length of 
the intergenic region that was engineered between M and G. In 
this regard, adjustment in the selected length of intergenic 
regions of RSV clones within the invention is expected tO 
provide yet additional tools and methods for generating useful 
RSV vaccines .

The above findings offer two additional methods for 
altering levels ◦f RSV gene expression. First, the deletion of 
a nonessential gene can up-regulate the expression of downstream 
genes. Second, the insertion of longer than wild-type
intergenic regions provide methods for decreasing the
transcription of downstream genes. Decreased levels of
expression of downstream genes are expected to specify
attenuation phenotypes of the recombinant RSV in permissive 
hosts, e.g., chimpanzees and humans.

The finding that the SH-minus virus grows well in 
tissue culture and exhibits site-specific attenuation in the 
upper respiratory tract presents novel advantages for vaccine 
development. Current RSV strains under evaluation as live virus 
vaccines contain, e٠g./ cp mutations (acquired during extensive 
passage at progressively lower temperatures; to yield cpRSV 
strains). Exemplary cp mutations involve five amino acid 
substitutions in N, F and L, and do not confer
temperature-sensitivity or cold-adaptation. These mutations 
further do not significantly affect growth in tissue culture. 
They are host range mutations, because they restrict replication
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in the respiratory tract of chimpanzees and humans approximately 
100-fold in the lower respiratory tract. Another exemplary type 
of mutation, ts mutations, has been acquired by chemical 
mutagenesis of cpRSV. This type of mutation tends to

5 preferentially restrict vims replication in the lower
respiratory tract, due to the gradient of increasing body 
temperature from the upper to the lower respiratory tract. In 
contrast to these cp and ts mutants, the SH-minus mutants 
described herein have distinct phenotypes of greater restriction

10 in the upper respiratory tract. This is particularly desirable
for vaccine viruses for use in very young infants, because 
restriction of replication in the upper respiratory tract is 
required to ensure safe vaccine administration in this 
vulnerable age group whose members breath predominantly through

15 the nose. Further, in any age group, reduced replication in the
upper respiratory tract will reduce morbidity from otitis media· 
In addition to these advantages, the nature Of SH deletion 
mutations, involving e.g., nearly 400 nt and ablation of an 
entire mRNA, represents a type ◦f mutation which will be highly

20 refractory to reversion.

Example XIV
Recombinant RSV Having a Deletion of the ■SH Gene without the

Introduction of Heterologous Secruence
25 This example describes the production Of a recombinant

RSV in which expression of the SH protein has been ablated by 
removing a polynucleotide sequence encoding the SH protein, 
without introducing heterologous sequence as was done in the 
preceding Example XIII. In that example, an RSV clone D46/6368

30 in which the SH coding sequence had been removed also featured
an M-G intergenic region that was extended to 65 nucleotides in 
length compared to 52 nucleotides for the longest naturally 
occurring strain Α2 intergenic region. Also, this engineered 
intergenic region contained heterologous sequence including a

35 Smal site. These changes yield certain advantageous results,
such as reducing the efficiency of transcription of downstream 
genes. However, for other applications it is desirable to make 
deletions or changes which are not accompanied by the
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introduction of heterologous sequence, as illustrated in the 
present Example (Fig. 17) .

The D13 plasmid, described hereinabove (see Example 
VII), contains the Τ7 promoter attached to the left-hand end ◦f 
the genome encompassing the leader region, and the NSI, NS2, N,
P, M, and SH genes (sequence positions 1 to 4623 in the complete 
15,223 antigenome sequence)· The Seal (position 4189》 to Pacl 
(position 4623) fragment was replaced with the two
partially-complementary synthetic oligonucleotides:
ACTCAAATAAGTTAA? [SEQ ID N0:7] (positive-sense strand, the Seal 
half site is italicized to the left and the Pacl sticky end is 
italicized to the right, and part ◦f the GE signal is
underlined), and TAACTTATTTGAG? [SEQ ID N0:8) (negative sense, 
the Seal half-site is italicized on the right, and part Of the 
GE signal is underlined). This mutation resulted in the 
deletion of the M GE signal, the Μ-SH intergenic region and the 
complete SH gene, and had the effect of moving the SH GE signal 
up to replace that of the M gene. No heterologous nucleotides 
were introduced. The resulting cDNA, called D13/6340, was 
ligated with the G٠F-M2 cDNA piece (see Example VII) to yield 
D5O/634O, which spans from the leader region to the beginning of 
the L gene.

The StuI-BamHI fragment Of D5O/634O (spanning 
positions 5613 to 8501, including the F and Μ2 genes) was 
excised and replaced with the equivalent fragment of D50-COR#1, 
which is isogenic except that it contains the two "HEK" changes 
to the F gene described hereinabove. The resulting D50/6340HEK 
was used to accept the BamHI-MluI fragment Of D39sites#12, which 
contains the remainder of the antigenome cDNA and the flanking 
riboz١zTne and Τ7 transcription terminators (see Example IX) . 
D39sites#12 is a version of D39 which contains the "sites" 
mutations (see Table 39). This resulted in plasmid D46/6340HEK, 
encoding an antigenome lacking the SH gene and containing the 
"HEK" and "sites" changes. The D46/6340 antigenome cDNA is 417 
bp shorter than its parental D46 cDNA. The sequence ◦f the Seal 
Pacl synthetic insert was confirmed by dideoxynucleotide 
sequencing. The cDNA was then used successfully 亡〇 recover 
recoÉinant virus by the procedures described hereinabove. The
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recovered D46/G34O SH deletion virus resembled the D46/6368 SH 
deletion virus described in Example XIII on the basis Of its 
plaque phenotype and growth characteristics.

Exasvple XV
Knock-out of NS2 Protein Expression

This example illustrates ablation of synthesis of an 
RSV protein, NS2٠ The selected method for ablation in this 
instance was introduction of stop codons into a translational 
open reading frame (ORF)・

D13 is a cDNA representing the left hand end Of the 
complete antigenome cDNA, including the Τ7 promoter, leader 
region, and the NSI, NS2Z N, P, M and SH genes (sequence 
positions 1 to 4623) (Fig. IS) . The Aatll-AfllT frapnt of 
this cDNA٢ containing the Τ7 promoter and NSl and NS2 genes,
was subcloned into a pGem vector and subjected to 
oliqonucleotide-directed mutagenesis to introduce two 
translational stop codons into the NS2 ORF together with an Xhol 
site that was silent at the translational level and served as a 
marker (Fig. 18). The sequence Of the mutation was confirmed, 
and the Aatll-Aflll fragment was inserted into D13, which was 
then ligated with the Рас1-Вал)Н1 fragment containing the G, F 
and Μ2 genes, to yield cDNA D50 containing the inserted 
mutations. This was then ligated with the insert of D39 to 
yield a complete antigenome cDNA which was used to recover 
recombinant virus. The presence of the mutation in the 
recombinant RSV was confirmed by sequencing of RT-PCR products 
and by Xhol digestion. In addition, the absence of synthesis of 
NS2 protein was confirmed by Western blot analysis using a 
rabbit antiserum raised against a synthetic peptide representing 
the C-terminus of NS2 ٠

Figure 19 shows growth curves comparing the NS2-knock- 
out virus with recombinant wild type, using the methods 
described above for the SH-minus virus. These results 
demonstrate that the rate of release Of infectious virus was 
reduced for the NS2-knock-out virus compared to wild type. In 
addition, comparison of the plaques of the mutant and wild type 
viruses showed that those of the NS2-knock-out were greatly
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reduced in size. This type of mutation can thus be incorporated 
within viable recombinant RSV to yield altered phenotypes, in 
this case reduced rate ◦f virus growth and reduced plaque size 
in vi tro. These and Other knOck-out methods and mutants will 
therefore provide for yet additional recombinant RSV vaccine 
agents, based on the known correlation between reduced plaque 
size in vitro and attenuation in vivOi

EXAMPLE XVI
Modulation of RSV Phenotype bv Alteration Of Cis-Actin٩

Regulaton Sequence Elements
This example illustrates modulation of growth 

properties of a recombinant RSV virus by altering cis-acting 
transcription signals of exemplary genes, NSl and NS2.

The subcloned Aatll-Aflll fragment Of Ώ12, 
representing the lefthand end Of the genome, was subjected to 
oligonucleotide-directed mutagenesis to introduce changes at the 
GE signals of the NSl and NS2 genes (Fig. 20). The NSl GE 
signal sustained a single nucleotide substitution, whereas that 
of NS2 sustained three substitutions and one insertion. These 
changes had the effect ◦f altering each signal to be identical 
to the naturally-occurring GE signal of the N gene.

These mutations were confirmed by dideoxynucleotide 
sequence analysis, and the Aatll-fln fragment was replaced into 
D13, which in turn was taken through the above described steps 
to construct a complete D53 DNA containing the mutations. This 
clone was used to recover recombinant virus.

The GE-mutant virus was analyzed in HEp-2 cells and 
compared to wild type virus with respect to plaque size and 
growth curve· This showed that the plaques were larger (on 
average 30% greater) than those of wild type, and the rate of 
growth and yield of virus were increased. These results are 
consistent with modification ◦f gene expression by altering cis- 
regulatory elements, for example to decrease levels of 
readthrough mRNAs and increase expression of proteins from 
downstream genes. The resulting recombinant viruses will 
preferably exhibit increased growth kinetics and increased 
plaque size, providing but one example of alteration Of RSV
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phenotype by changing cis-acting regulatory elements in the 
genome or antigenome. These and Other examples herein 
demonstrate a wide range of RSV mutations specific for 
phenotypic changes that are advantageous for providing effective

.5 vaccine agents.

ExampleXVII
Reconibinant RSV Having a Deletion of the NSl Gene

This example describes the production of a recombinant
10 RSV in which expression of the NSl protein has been ablated by

removal of the polynucleotide sequence encoding the protein.
The NSl protein is a small 139-amino acid species which is 
encoded by the first gene in the 3نم to 5' RSV gene шар (Collins 
and Wertz, Proc, Natl. Acad, Sci. USA 80:3208-3212 (1983), and

15 Collins and Wertz, Virol ٠ 243:442*451 (1985)) . Its mRNA is the
most abundant Of the RSV mRNAs, consistent with the general 
finding that there is a gradient of transcription such that the 
efficiency of gene expression is reduced with increasing 
distance from the promoter at the 3' end. The NSl protein is

20 thought to be one of the most abundantly expressed RSV proteins,
although a careful quantitative comparison remains to be done. 
Despite its abundance, the function Of the NSl protein has not 
yet been clearly identified. In the reconstituted RSV 
minigenome system (Grosfeld et اة ل,, . Virol. 69:5677-5686

25 (1995), Collins et al., Proc, Natl. Acad, Sci, USA 93:81٠85
(1996)), in which transcription and RNA replication of a 
minigenome is driven by viral proteins supplied by plasmids, the 
NSl protein appeared to be a negative regulatory protein for 
both transcription and RNA replication. Thus, it might be a

30 regulatory protein. It is very possible that other functions
exist which remain to be identified. The NSl protein does not 
have a knovm counterpart in other paramyxoviruses. Without 
wishing to be bound by theory, several functions Of the NSl 
protein may exist: (i) it may be a viral regulatory factor as

35 suggested above, (دلم) it may be involved in some other aspect of
the viral growth cycle, (111) it may interact with the host 
cell, such as to prevent apOptOsis, and (iv) it may interact 
with the host immune system, such as to inhibit aspects of the
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host defense system such as interferon production, antigen 
processing or B or T cell functioning. All of these potential 
activities Of the NSl protein may yield additional advantages in 
RSV recombinant vaccines.

TO produce a recombinant RSV having a selected 
disruption of NSl gene function, the sequence encoding the NSl 
protein was deleted in its entirety from a parental RSV cDNA.
In this exemplary deletion, the substrate for the mutagenesis 
reaction was plasmid D13, which was described hereinabove and 
contains the left hand end of the complete antigenome cDNA 
including the Τ7 RNA promoter, the leader region, and the NSl, 
NS2, N, P, M, and SH genes (sequence positions 1 to 4623) · The 
mutagenesis was done by the method of Byrappa et al. (Byrappa et 
al٠, Genome Res.■ 5:404-407 (1995)), in which synthetic primers 
which incorporate the desired change are made to face in 
opposite directions on the plasmid, which is then amplified by 
PCR/ ligated, and transformed into bacteria· The forward PCR 
primer was GAdCAACCCACAATGATAATACACCAC [SEQ ID N0:9] (the 
second codon of the NS2 ORF is italicized), and the reverse PCR 
primer was CArcTCTAACCAAGGGAGTTAAATTTAAGTGG [SEQ ID N◦:10] (the 
complement to the initiation codon of the NS2 ORF is
italicized) . D13 was used as the template for PCR with a
high-fidelity polymerase. The deletion was made to span from 
immediately upstream of the AUG start site Of the NSl ORF to 
immediately upstream ◦f the AUG start site of the NS2 ORF (Fig. 
21) . This resulted in the deletion of 529 bp including the NSl 
coding sequence, the NSl GE signal, the NS1-NS2 intergenic 
region, and the NS2 GS signal. It had the effect of fusing the 
upstream end of the NSl gene, namely its GS and
non-protein-coding region, to the NS2 ORF. This part of the NSl 
gene was retained expressly because it is immediately adjacent 
to the leader region and thus might contain sequences important 
in transcription or RNA replication. The region containing the 
mutation was confirmed by sequence analysis. Then, the -2230 bp 
segment between the Aat2 and Avr2 sites (Fig. 21〉 was excised 
and inserted into a fresh copy of D13, a step that would thereby 
preclude the possibility of PCR error elsewhere in the RSV cDNA. 
The D13 plasmid containing the deletion of NSl (D13۵NS!) was
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used to construct a complete antigenome (D53٨NS1) which 
contained the اا НЕК" and ااsites" changes.

The D53٨NS1 plasmid was then used to recover virus. 
Interestingly, the recovered RSVaNSI virus produced small

5 plaques in tissue culture. The presence of the deletion was
confirmed by RT-PCR. The fact that the RSVaNSI virus can grow, 
albeit with reduced efficiency, identifies the NSl protein as an 
accessory protein, one that is dispensable to virus growth. The 
plaque size of the RSVaNSI virus was similar to that of the

10 NS2-knock out virus described above in which expression ◦f the
NS2 protein was ablated by the introduction of translational 
stop codons into its coding sequence (Example XV). The small 
plaque phenotype is commonly associated with attenuating 
mutations. This type Of mutation can thus be incorporated

15 within viable recombinant RSV tO yield altered phenotypes·
These and other knock-out methods and mutants will therefore 
provide for yet additional recombinant RSV vaccine agents, based 
on the known correlation between plague size in vitro and 
attenuation in vivo.

�2٢

Ехалф1е XVIII
Recombinant RSV Having a Deletion of the NS2 Gene

This example describes the production of a recombinant
RSV in which expression of the NS2 protein has been ablated by

25 removal of a polynucleotide sequence encoding the protein. In
Example XV, above, a recombinant virus (called NS2 knock-out or 
NS2-KO) was produced in which expression of the NS2 gene was 
ablated by the introduction of two translational stop codons 
into its coding sequence rather than by deletion of the coding

30 sequence. Ablation of expression of the NS2 protein in the
prototypic NS2-KO virus was associated with the small plaque 
phenotype and reduced kinetics of virus growth in vitro. 
Subsequent analysis showed that, upon passage of NS2 KO, it was 
possible to recover low levels of virus which had reverted tO

35 wild type growth characteristics ٠ Sequence analysis showed that
the two introduced translational stop codons had mutated into 
sense codons, albeit with coding assignments different than in 
the parental wild type virus. This was sufficient to restore
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synthesis of the NS2 protein as confirmed by Western bio: 
analysis, which accounted for the wild type phenotype. The 
present strategy offers an improvement because the complete NS2 
gene is removed and thus same-site reversion cannot occur.

The NS2 protein is a small 124-amino acid protein which is 
encoded by the second gene in the gene order (Collins and Wertz, 
Proc. Natl. Acad. Sci. USA 80:3208-3212 (1983), and Collins and 
Wertz, Virol. 243:442 451 (1985)· Its mRNA is the second most 
abundant Of the RSV TnRNAs, and the NS2 protein is thought to be 
One of the most abundantly-expressed RSV proteins, although a 
careful quantitative comparison remains to be done. Despite its 
abundance, the function of the NS2 protein remains to be 
identified. In the reconstituted RSV minigenome system 
(Grosfeld et al., ل. Virol. 69:5677-5686 (1995), Collins et al،, 
Proc. Natl. Äcad٠ Sei. USA 93:81-85 (1996)), in which
transcription and RNA replication of a minigenome is driven by 
viral proteins supplied by plasmids, the NS2 protein had a 
modest negative regulator effect against both transcription and 
RNA replication. Relatively high levels of NS2 protein 
expression were required to observe this effect, and so its 
significance is unclear. Thus, as suggested for the NSl 
protein, NS2 might: (i) be a viral regulatory factor, (ii) be 
involved in some other aspect of the viral growth cycle, (iii) 
interact with the host cell, such as to prevent apoptosis, and 
(iv) interact with the host defense system, such as to inhibit 
aspects of the host immune system such as interferon production 
or aspects ◦f antigen processing or B or T cell functioning.
All Of these potential activities of the NS2 protein may be 
incorporated within the invention according to the methods and 
strategies described herein, to yield additional advantages in 
RSV recombinant vaccines.

To produce a recombinant RSV having ة selected 
disruption of NS2 gene function, the sequence encoding its mRNA 
was deleted from a parental RSV cDNA. In this exemplary 
deletion, the substrate for the mutagenesis reaction was plasmid 
D13 ر which was mentioned previously and contains the left hand 
end of the complete antigenome cDNA including the Τ7 RNA 
promoter, the leader region, and the NSl, NS2, N, p, M, and SH
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genes (sequence positions 1 to 4623) . The mutagenesis was done 
by the method of Byrappa et al. (Byrappa et al.. Genome Res. 
5:404-407 (1995))， in which synthetic primers which incorporate 
the desired change are made to face in opposite directions on

5 the plasmid, which is then amplified by PCR, ligated, and
transformed into bacteria. The forward PCR primer was 
TTAAGGAGAGATATAAGATAGAAGATG [SEQ ID N0:11] (sequence from the 
NS2 N intergenic region is underlined, and the first nucleotide 
◦f the N GS signal is italicized), and the reverse PCR primer

10 was GTTTTATATTAACTAATGGTGTTAGTG [SEQ ID N0:12] (the complement
tO the NSl GE signal is underlined). D13 was used as the
template for PCR with a high-fidelity polymerase. The deletion 
was made to span from immediately downstream of the NSl GE 
signal to immediately downstream of the NS2 GS signal (Fig. 22) .

15 Thus, the mutation deleted 522 nucleotides including the NS1-NS2
intergenic region and the complete NS2 gene (Fig. 22) .

In the D13 plasmid containing the deletion, the 
region of the mutation was confirmed by sequence analysis.
Then, the -2230 bp segment between the Aat2 and Avr2 sites (Fig.

20 22〉 was excised and inserted into a fresh copy Of D13, ج step
that would thereby preclude the possibility of PCR error 
elsewhere in the RSV cDNA. The Ώ13 plasmid containing the 
deletion of NS2 (D13٨NS2) was used to construct a complete 
antigenome (D53٥NS2) which contained all of the "sites" and

25 "HEK" changes .
The D53ANS2 plasmid was then used to recover virus.

As is described above for the NS2-KO virus (see Example XV), the 
RSVaNS2 produced small plaques. The presence of the deletion 
was confined by RT-PCR. The fact that the RS٧٨NS2 virus can

30 grow, albeit with reduced efficiency, identified the N52 protein
as an accessory protein, one that is dispensable to virus 
growth. The small plaque phenotype is commonly associated with 
attenuating mutations and can thus be incorporated within viable 
recoÉinant RSV to yield altered phenotypes. These and other

35 knock-out methods and mutants will therefore provide for yet
additional recombinant RSV vaccine agents, based on the known 
correlation between plaque size in vitro and attenuation in 
vivo.
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Example XIX
Ablation of the Translational start site for the Secreted Form

of the G Glycoprotein
This example describes the production of a recombinant 

RSV in which the translational start site for the secreted form 
Of the G glycoprotein has been ablated. The RSV G protein is 
synthesized in two forras: as an anchored type II integral 
membrane protein and as a N terminally resected form which lacks 
essentially all Of the membrane anchor and is secreted
(Hendricks et al., J٠ Virol. 62:2228-2233 (1988)). The two 
forms have been shown to be derived by translational initiation 
at two different start sites: the longer form initiates at the 
first AUG of the G ORF, and the second initiates at the second 
AUG of the ORF at codon 48 and is further processed by
proteolysis (Roberts et al., J. Virol. 68: 4538-4546 (1994)).
The presence of this second start site is highly conserved, 
being present in all strains ◦f human, bovine and ovine RSV 
sequenced to date. It has been suggested that the soluble form 
of the G protein might mitigate host immunity by acting as a 
decoy to trap neutralizing antibodies. Also, soluble G has been 
implicated in preferential stimulation of a Th2-biased response, 
which in turn appears to be associated with enhanced 
immunopathology upon subsequent exposure to RSV٠ With regard to 
an RSV vaccine virus, it would be highly desirable to minimize 
antibody trapping or imbalanced stimulation of the immune 
system, and SO it would be desirable to ablate expression Of the 
secreted form of the G protein. This would represent a type Of 
mutation whose action would be to qualitatively and/or 
quantitatively alter the host immune response, rather than to 
directly attenuate the virus.

Plasmid pUC19 bearing the G, F and Μ2 genes (see 
Example VII〉 was used as template in PCR mutagenesis by the 
procedure of Byrappa et al٠ (Byrappa et al.. Genome Res. 
5:404-407 (1995〉 . The forward PCR primer was:
TTATAATTGCAGCCATCATATTCATAGCCTCGG [SEQ ID N0:13], and the 
reverse primer was: GTGAAGTTGAGATTACAATTGCCAGAATGG [SEQ ID NO： 
14] (the complement of the two nucleotide changes is
underlined). This resulted in two amino acid coding changes
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(see Fig. 23), namely AUG-48 to AUU-48, which ablates the 
translational start site, and AUA-49 to OTA-49, which 
contributes to the insertion ◦f an Mfel site for the purpose ◦f 
monicoring the mutation.

The sequence surrounding the site Qf mutation was 
confirmed by dideoxynucleotide sequencing. Then, the Pacl-Stul 
fragment, which contains the G gene, was substituted into 
plasmid D50, which is described hereinabove and contains the 
first nine genes from the leader to the beginning of the L gene. 
This was then used to construct a complete antigenome cDNA, 
D53/GM48I, which was used to recover virus. These mutations 
have previously been shown to ablate the expression of the 
secreted form of G under conditions where the G cDNA was 
expressed in isolation from the other RSV genes by a recoÉinant 
vaccinia virus (Roberts et al., J.virol. 68:4538-4546 (1994)).

Two isolates of the recovered D53/M48I virus were 
evaluated for growth kinetics in vitro in parallel with wild 
type recombinant RSV (Fig. 24). This showed that both viruses 
grew somewhat more slowly, and to somewhat lower titers, than 
did the wild type. This difference in growth might be due to 
the reduced expression of the G protein, which would be expected 
to occur since the AUG-48 of the secreted form was eliminated 
whereas in this Example the AUG-1 of the membrane-bound form was 
not modified to increase its expression. In nature, the 
expression of AUG-1 ◦f the G ORF is thought tO be suboptimal 
because it is preceded in the G sequence by another AUG in 
another reading frame which Opens a short ORF that overlaps 
AUG-1 ◦f the G ORF and thus would reduce its expression. It 
might be anticipated that additional modification of the 
antigenome cDNA to eliminate this ORF might restore full growth 
properties. Alternatively, the mutations at position 48 and 49, 
acting alone or in concert, might be deleterious to the function 
◦f the G protein٠ The amino acid at position 49 could be 
restored to its natural coding assignment, and a different amino 
acid substitution could be chosen at position 48, which might 
restore full growth properties. These possibilities can be 
readily evaluated with the methods and materials described here. 
Nonetheless/ the recover of the D53/GM48I virus shows that the
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translational Start site for the secreted form can be ablated, 
and this virus is now available for evaluation in experimental 
animals and humans.

5 Although the foregoing invention has been described in some
detail by way of illustration and example for purposes ◦f 
clarity of understanding, it will be obvious that certain 
changes and modifications may be practiced within the scope of 
the appended claims.

10
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SEQUENCE LISTING
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(i) APPLICANT:
NAME: The Government of the United States 
STREET』Box οπ 
CITY: Bethesda 
STATE: Maryland
COUNTRY: United States of America 
POSTAL CODS (ZIP): 20892 
TELEPHONE:
TELEFAX:
TELEX:

(ii) TITLE OF INVENTION: PRODUCTION OF ATTENUATED RESPIRATORY
SYNCÏÏIÂL VIRUS VACCINES FROM CLONED NUCLEOTIDE SEQUENCES

(iii) NUMBER OF SEQUENCES: 4لم

iiv) COMPUTER READABLE FORM:
(A) MEDIUM TYPE: Floppy disk
(B) COMPUTER: IBM PC compatible
(C) OPERATING SYSTEM: PC-D0S/MS-D0S
(D) SOFTOARE： Patent In Release jíl٠C/ Version #1.25

ΐν) CURRENT APPLICATION DATA:
(A) APPLICATION NUMBER: US
(B) FILING DATE: 15-JUL-1997
(C) CLASSIFICATION:

(vi) PRIOR APPLICATION DATA:
(A) APPLICATION NIIER: US 60/047,634
(B) FILING DATE: 23-ΜΑΥ-1997

(vi) PRIOR APPLICATION DATA:
(A) APPLICATION NUMBER: US 60/046,141
(B) FILING DAi¿: 09-ΜΑΥ-1997

(vi) PRIOR APPLICATION DATA:
(A) APPLICATION NUMBER: US 60/021,773 
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(2) INFORMATION FOR SEQ ID N0:1:

(i) SEQUENCE CHARACTERISTICS:
(A) LENGIb； 15223 base pairs 
ÍB} TYPE: nucleic acid
(C) STRANDEDNESS: single
(D) TOPOLOGY: linear

(ii) MOLECULE TYPE: cDNA

SUBSTITUTE SHEET《RULE 26)
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xi) SEQUENCE DESCRIPTION: SEQ ID N0:1:

ATGCGTACAA CAAACTTGCA TAMCCAAAA AAATGGGGCA AATAAGAATT 60

TGATAAGTAC CACÏÏAAAÏÏ TAACTCCCTT ث(٢ت٣ئسح]�٢أ GGGCAGCAAT TCAHGAGTA 120

�٦٢يئث�1تيس، TAGATTACAA AATTTGTTTG AGTAGCAnG TTAAAAATAA 180

kC؟CTK،٢؟٢٦K TGATAAAÏÏA ATACATTTAA CTAATGCTTT ЖТКСКТк؟^ 240

сжтсшот Gî4KV ٢٠^٢ Xn GTGTTTGTGC ATGÏÏATTAC MGTAGTGAT ATTTGCCCTA ・

TGTAGTAAAA ТССААТГГСА е:؟ашчм٩ للآحىإأتيأ0هل AATGGAGGTT 360

ATATATGGGA AATGATGGAA ΉΪΟύΟΓΠ ٢ذ�٢٦حا٢حثيلز TAATGGTCTA دز�ح١آ(�كظذ 420

ATTGTGAAAT ٦حهللظح�٣حآآحآ AAAAAACTAA GTGAnCAAC TATATGAATC 4ة0

AACTATCTGA TTTGATCTTA чКМ؛С٢٩КТ؟٦К 540

скетшкс ACTAGTTAAT ΑΤΑΑΑΑΟπΑ ACAGAAGACA �1حتيحلكئه٢ذلمذ٢تآذ٢ث 600

AAATAAATCA ACAATGATAA 660

AGACTGATGA GAGACCGTTG TCACTTGAGA ССАТААТААС 720

тодчжта TAACACACAA АСТТАТАТАС KGATAAATC ATGAATGCAT ظ٢آت(ا�زذىإذ 780

OTGATGAAA AGCAGGCCAC ATTTACAHC CTGGTCAACT ATGAAATGAA ACTAÏÏACAC 840

AAAGTAGGAÄ GCACTAAATA ΤΑΑΑΑΤ^ΑΤΑΤ ACTGAATACA ACACAAAATA TGGCACTHC 900

CCTKYGCQAk �٠،آحإآ٢آيحئث٢١ل4غ TCATGATGGG ÏÏCTTAGAAT ٩٢кпта٢м TAAGCCTACA 960

AAGCATACTC KÎK؟KÎÎ4K：C٢ CAAGTATGAT ءآحإعإ٢ئثا١�ًيئ٦ا ACAATAÏÏCA 1020

CACAATCTAA !чЮЮчкСТ CTATACTCCA TAGTCCAGAT ذلم٢آحح№ذ٢تلنىإذ 1080

AATTATAGTA АТГТААААСТ ٦حلذىإذ�ذيئط٠ظذئ TATAAGATAG AAGATGGGGC AAATACAACC 1140

ATGGCTOTA GTTGAATGAT ACACTCAACA AAGATCAACT TCTGTCATCC 1200

ذكظ٢دكإآحتيحلظ CCATCCAACG ٢نذى	ت٠ظذبمتى GATAGTATTG ATACTCCTAA ÏÏATGATGTG 1260

а١٢٦М<Юй TCAATAAGn ATGTGGCATG ТТАПААТСА CAGAAGATGC TAATCATAAA 1320

TTCACTGGGT TAATAGGTAT GTTATATGCG ATGTCTAGGT 1380

GAGATGCGGG ATATCATGTA AAAGCAAATG GAGTAGATGT AACAACACAT 1440

٢
ىقئحا�ت؟ث٠اتتم AGAAATGAAA TTTGAAGTGT KîsGOTTMa 1500

�يئظإ�٢سحلظ TCTAGAAAAT CCTACAAAAA MTGCTAAAA 1560

تلسأنسدلى AGGTAGCTCC لةذكإ٢ظتىإ�٢ذ٢ذ CATGACTCTC CTGAnGTGG 1620

TTATOTATAG CAGCAÏÏAGT ÏÏAGCAGCAG GGGACAGATC TGGTCÏÏACA 1680

GCCGTGAHA ٢هاًآحذكإذيىذ TMTGTCCTA AAAAATGAAA TGAAACGTTA ٢MJ4Gœ٢?Tk 1740

CTACCCAAGG CAGCTTCTAT GAAGTGTTTG حاًآيئتىليسؤ ССАСТТТАТА 1800

GATGTTTTTG TTCAITrTGG 蕭・飞■ ТСПСТАССА GAGGTGGCAG ٦لذيز4ل٦غظتآآ� 1860

GGGATmTG CAGGAÏÏGÏÏ TATGGTGCAG ٢ث٢ذ٢ذ؟�تةظظ�1ي GÏÏACGGTGG 1920

GGAGTCTTAG CAAAATCAGT ΤΑΑΑΑΑΤΑπ ATGTTAGGAC ATGCTAGTGT ٢ذس؟ذ٢غللأكظ 1980

آيا٢ًذ٢لحة٠دكظ ,TTGnGAGGT HATGAATAT TGGGTGGTGA AGCAGGAÏÏC 2040

SUBSTITUTE SHEET (RULE 26)
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TACCATATAT ÏÏATTATCÏÏ TGACTCAAH ТССТСАСПС 2100

TCCAGTGTAG ٦K٢Tkœ٢M ٦٩٢٦٢ذ٢٦ذ؟٢حذ „腦・ぬ ؟٩ذآ٢ظلآتءخذىإث ٢ذكظذيئت٢غ؟ت٢ظت 2160

жамсткгк آا٢آحللئث٢غاًذئلئحاذ AAGGCATATG CTGAACAACT CAAAGAAAAT 2220

GGTGTGACTA ACTACAGTGT ACTAGACnG ACAGCAGAAG 2280

CAAAAGATAA آ<ئذ�؟٢آت1ذيئلآ CTÏÏGAGTTA ATAAAAAATG ٢ذ٢ثاًذ٢غ№أحيتظ 2340

هليلح(�ت٣حآ٢حذ TCCTGAAÏÏC ٢ذ(أير٢ذيثختيقح CAGGGCTACT 2400

AAAnCCTAG ٢ثلآ٢أحلآللأئظ٠حلآ ACATCACCCA AAGATCCCAA 2460

AGTATCATAT ототшас î^KTîOTKîk GAAGTAACCA AAGAAAGCCC Λ٢κν؛٢٦τκ٢ΐ 2520

AATTCAACTA таАТСААССС AACAAATGAG ٢ححذىلئظح٢أيئظح 2580

TATCAAAGAA AACCTCTAGT AAGTnCAAA غلآح،حتكظتىقئ CACCAAGTGA ТААТСССТГТ 2640

TCTAAACTAT ACAAAGAAAC CATAGAAACA ،riTGATAACA ATGAAGAAGA ATCCAGCTAT 2700

٦٢юмс GATAATATAA ٢ذيل٢غظ٠آح٦ AGATAGGAn

GATGAAAAAT ٦؟يفيلىآتيحدصح ؟：псюа؟ TAGTAGTGGC ٦أتىقح٢ذ٢ذىلئح٢غث 2820

CCTACATCTG CTCGGGATGG тмкшшкт GCCATGGHG ٢ت٢٣حئظا�٠ًى0، AGAAATGATA 2080

AHAATGACC �تمإنكاقأحآيئظ TAGAAGCTAT ذ�(٢ظذكنيتح٢٦：٢ 2940

AGGAATGAGG GACACATCAG ATGAAGTGTC ٢�٦٢٢حأيحلظ٢٢خ 3000

ACATCAGAGA AATTGAACAA CCTAÏÏGGAA TCTATCACH 3060

GAAGATTTCT GAÏÏAGÏÏAC ١٢ϊ؛Κΐ٢Μ٢Ι حاظذئقإذ(٢ثيلز 3120

AAACTAACCA ÎÆCOKÎQKÎ ٢تإحات4ح؟٢ححلىلئظ ز٢�٢ث٢ححاًتر٢حذ ٢آحلئظ٢ذكظح٢ح٢ظ ىحل٠ح،�ئظحاحذك 3180

AAAACAACCA GCCAATCCAA 。دد■ TCTATAATAT AGHACAAAA 3240

تلايحستعنحسإ OTClGGGCÄÄk TATGGAAACA حىإ�٢
؟ت٠ظحىلل AGOTCACGA AGGCTCCACA 3300

،ÎÛCMOTQ؟ CTGTTCAATA CAATGTCTTA GAAAAAGACG ATGACCCTGC ATCACÏÏACA 3360

ATATGGGTGC CCATGCTCCA ATCATCTATG ذ�حاح�٢^ذىإ� ٦тч٢л٦ктм١к AGAACTAGCT 3420

AATGTCAACA TACTAGTGAA kCÄÄKTKTCC ز٠ثسححثى(ذ GACCTTCACT AAGAGTCATG 3480

�٢تىتيلذ�٢ىظحاًذ ٩CTÄG٢KKk آتمز٢خ؟ذينححذ ААТГТАССАТ ATGCGCTAAT 3540

GTGTCCTTGG نيقسدلظث^ ٢٠ظحذكظآتسظ TATGATGTAA CCACACCCTG نيئظحاحأحإعحثءآ 3600

GCATGTAGTC TAACATGCCT AAAATCAAAA AKÎKTCTTGk CTACAGnAA AGATCTCACT 3660

TCMCCCTkC кСКГСКТКП ATTGCTTTAT етаметтек ٦٦20

ACATCAAAAA AAGTCATAAT حظاًيئحىلتظحاحظ CTAAGATCCA TCAGTGTCAG AAATAAAGAT 3780

٠آ٢٦�٠أ؟حظظقإ�٢ 1قلح0حح�٢حبظ GAATTCAAAA ATGCTATCAC AAATGCAAAA 3840

ATCATCCCTT ACTCAGGATT ACTAÏÏAGTC ATCACAGTGA �ح٢تظحئءذ٠هل 3900

AAATACATAA ТСААПСАТА GTAGATCTTG GAGCHACCT AGAAAAAGAA 3960

AGTATATACT ATGÏÏACCAC ΆΪ4ΚΠ ٦)٩ Μ١β CACACAGCTA CACGATTTGC 4020

ААССТГГГТС СТСТАСАТСА GTGTGnAAT 4080

САПСТТСАС ПСАССАТСА СААТСАСААА CACTCTGTGG лпачксак؟ CAAACAAAAC 4140
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ثىفيلذآ؟ححآحز�آ ٢�٢٢٢ث�٠حإذئ٢ح TTGTTTATCA GATCTAGTAC TCAAATAAGT 4200

ТААТАААААА TATACACATG GGGCAAATAA TCAHGGAGG AATCACAATA 4260

TCTGCTAACA TAGACAAGTC САСАСАССАТ кСШчКТОк АТАСАТССАТ 4320

AACAATAGAA TTCTCAAGCA AACTCTGGCC πΑστττΑΟΑ сткмюа 4380

AATAATCTCT TTGCTAATCA TAATCTCCAT CATGATTGCA ATACTAAACA AACTTTGTGA 4440

ATATAACGTA TTCCATAACA AAACCTTTGA GHACCAAGA GCTCGAGTCA ACACATAGCA 4500

таСАТСААТС CAACAGCCCA AAACAGTAAC CïïGCATTTA шмсюк АССССТАССТ 4560

ОТГТЮчШ، ССТСШК!¿ КГСС.ОКССМ ATCCATACTA TAAAGTAGn 4620

ΑΑπΑΑΑΑΑΤ AGTCATAACA ATGAACTAGG ATATCAAGAC TAACAATAAC AÏÏGGGGCAA 4600

ATGCAAACAT GTCCAAAAAC AAGGACCAAC ذك٢حتظ٢ائظاًحذ( 4740

ACACTCTCAA ТСАТГТАПА ÏÏCATATCAT CGTGCTTATA CTTAAATCTG 4800

TAGCACAAAT САСАПАТСС AnCTGGCAA TGATAATCTC AACTTCACTT ATAAHGCAG 4860

с٢к؟٢ктт<гт CKTKGCCTTO ه٠نتكعلق٠، AAGTCACACC ATCATACAAG 4920

ATGCAACAAG CCAGATCAAG AACACAACCC CCTCAGCÏÏG 4980

GAATCAGTCC CTCTAATCCG TCTGAAATTA CMCKQMKY ح٦ثةظ٢؟�؛٢للئظ 5هد��٢

kCCCTGOKY ىحن٠حى٢قلآىؤ ح٢ئ٠لححىتي�١٢ت CAAGACCAAA AACACAACAA 5100

تسدتاً؟(□ حاًتكلينغ٢حثىق ححتىتيئ٢له٢ح٢غ CAAAACAACG ССААААСААА 5160

AACCCAATAA TGATTTTCAC TTTGAAGTGT TCAACTTTGT ACCCTGCAGC

ACAATCCAAC CTGCTGGGCT ATCTGCAAAA GAATACCAAA CAAAAAACCA GGAAAGAAAA 52%գ

CCACTACCAA GCCCACAAAA AAACCAACCC TCAAGACAAC CAAAAAAGAT حكظظظحاًححا٢٦ح �٦ئلمه

AAACCACTAA ATCAAAGGAA GTACCCACCA 5400

CCACCAAAAC AAACATCATA ACTACACTAC TCACCTCCAA حلآيئة٢حلليحلذكخح 5460

TCACAAGTCA AATGGAAACC таССАСТСАА CnCCTCCGA AGGCAATCCA AGCCCTTCTC 5520

AAGTCTCTAC AACATCCGAG TACCCATCAC ح؟٢ححاغ٢حبئظح حعإ٢ءظ٢ححذ 5580

AGTAGnACT TAAAAACATA ПАТСАСААА ىإ٦٩حح٢آ0حاح CAACÏÏAAAC AGAATCAAAA 5640

TAAACTCTGG GGCAAATAAC AATGGAGÏÏG CTAATCCTCA KCTîîscaû 5700

ATCCTCACTG СА٠ТСАСАте TTCTCTTCCT TCTGGTCAAA ACATCACTGA AGAATTTTAT %Ίβϋ

CAATCAACAT GCAGTGCAGT TAGCAAAGGC TATCHAGTG CTCTGAGAAC TGGÏÏGGTAT 5820

ACCAGTGnA TAACTATAGA AHAAGTAAT ATCAAGAAAA ATAAGTGTAA آ٢ذ٢هئث0آحلى 5880

GCTAAGGTAA AATTGATAAA ACAAGAATTA GATAAATATA 5940

CAGCTGCTCA TGCAAAGCAC ACAAGCAACA AACAATCGAG CCAGAAGAGA ACTACCAAGG 6000

TTTATGAATT ATACACTCAA CAATGCCAAA AAAACCAATG CAAGAAAAGG 6060

AAAAGAAGAT TTCnGGTTT TTTGTTAGGT �٢أذ٦٢ذ(حأىإذ٢ثكاً актсасснз، TGGCGTTGCT 6120

GTATCTAAGG TCCTGCACCT AGAAGGGGAA GTGAACAAGA �٦٢1تئقلني٢ذ٢ث ТСТАСТАТСС 6180

ACAAACAAGG CTGTAGTCAG CHATCAAAT GGAGTTAGTG TTTTAACCAG 6240
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حىئ٢٦٢هلعؤظح lüKTKÎîa TAAACAACTG πΑΟΟΤΑΤΤΘ ذلملآحثيئظ٢حذيت 6300

TAGAAACTGT GATAGAGHC CAACAAAAGA ACAACAGACT ACTAGAGAÏÏ 6360

TTAGTGnAA lOCAGGCGTA ACTACACCTG ТААССАСПА CATGÏÏAACT نسب

TAHGTCAT؟ AATCAATGAT ٩٢٠CTKVÎ4k؟K ٢غححأيئتاتتيئظ ٢حلآ،آتستيليئذ 6480

кг٩٦٢ачк٢к ATCTTCAAAT AGHAGACAG CAAAGCTACT CTATCATGTC CATAATAAAA 6540

TAGCATATGT AGTACAAÏÏA CCACTATATG GTGTTATAGA TACACCCTGT 6600

؟٢ق٢حظآحهئخث ئ٠ححححاًحظحى TCTATGTACA ACCAACACAA AAGAAGGGTC CAACATCTGT

ATGGTACTGT GATCAGTATC !*TTCÏÏCCCA

٢آحذكظظ٢ةئخت СКГОТШчОТ ТСААТСАААТ CGAGTATTTT GAACAGTTTA 6780

ACAHACCAA GTGAAGTAAA TCTCTGCAAT GTTGACATAT ححىليتك؟٢ح٢غظ ATATGATTGT 6840

AAAAHATGA ٢�٢�٢حىليئظظظت AGCTCCGTTA ТСАСАТСТСТ حذيىذىظ٠مم٣آ 6900

GTGTCATGCT 1٢ذ�ا٢ًذ٢ثسليئث �حيئظآ٢طحأت٢لملئ GCATCCAATA AAAATCGTGG ذىليئظحآين؟يدز 6960

ACATTTTCTA ثىز٢ذ٢آىذ٢تتت؛حذ nATGTATCA AATAAAGGGG TGGACACTGT GTCTGTAGGT 7020

КЮЧСКПХ? ATTATGTAAA TAAGCAAGAA GGTAAMGTC TCTATGTAAA AGGTGAACCA 7080

ATAATAAATT آ�٢٦حإ٢حح£لئ AÏÏAGTAÏÏC CCCTCTGATG AAtTTTGATGC ATCAATATCT 7140

AGAAGATTAA ح٢ظحكحح٢ححذ٦غ GCATTTATTTC GTAAATCCGA TGAATTATTA 7200

CATAATGTAA ATGCTGGTAA ÎŒCÏQia AATATCATGA TAACTACTAT AATTATAGTG ٦ق٤ه

ACTATAGTAA TATTGTTATC ATTAAÏÏGCT GÏÏGGACTGC TCTTATACTG اآ4ذىلئ(ذ٢ح٢ل٧ع 7320

ثىإ٢ئ٠حى٢ذيئ ٦٢ىلللأآحظحىإ�٦ CAAAGATCAA CTGAGTGGTA TAAATAATAT TGCATTTAGT 7380

AACTAAATAA غلآىليئظ٢ححلصحذ TAATCATGn CTTACAATGG ,ГГТАСТАТСТ 7440

TCAÏÏGGAÏÏ π^πΑΑΑΑΤ CTGAACÏÏCA TCGAAACTCT САТСТАТААА 7500

٢٢حآحلل٢٢د؟آ٢آ ТАСАСТАТГТ AAGTAGAÏÏC CTAGTTTATA TTATATAAA؟G 7560

ATCCCAGATT ААСГТАССАТ CTGTAAAAAT GAAAACTGGG GCAAATATGT 7620

гптсшгггс ٢ذىجذ٢؟�حئًاذ٢ذ CTTAAKTGGT ÂÎÜGCrGTC АЛТГАСТСА ٦هع0

ТААТГАТТГТ CCCATGCACT GCTTGTAAGA CMsiTHk TGÏÏAAACAG ٦٦دآه

AATACTTAAG TCTATGGATA AAAGTATAGA TACCTTATCA ٢حآتىتيز�ملتيإذ٢ذ ٢أحذيئذ(ت٠عى 7800

٢آت٢تيلآ؟�0حل ACAGAAGAGT ATGCTCTTGG TGTAGTTGGA GTGCTAGAGA GHATATAGG

ATCAATAAAC ةحئ٢حذكظ؟آيليئ ATGTGITGCC ATGAGCAAAC TCCTCACTGA �
ملآ

ACTCAATAGT GATGATATCA ذيئثاً�حثستيحأ ٢هلحاححخ0آتم 7980

AAGAGTGTAC ÄKVKOTOTCK TATCATATAT AGGAAAAACA ATAAACAAAC 8040

TATCCATCTG TTAAAAAGAT CGTAÏÏGAAG ٦أيخحثسفيح٢ز TVkAACACAn 8100

0حآ<�^ا،0آح AAGAGCATAA гсктсжм ٦СКГ٢٢Пк GTGATACAAA 8160

AAAAATAATG ATACTACCTG ج٢أحآيئعز٢حلآ٢ئ ÜGTAGTATA 8220

TAATAACAAG TAGATGTAGA GnACTATGT ATMTCAAAA GAACACACTA TATTTCAATC 8280

AAAACAACCC KÄKVKkCQKY ATGTACTCAC CGAATCAAAC ATTCAATGAA ATCCAÏÏGGA 8340
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CCTCTCAAGA آحل?ق<�حكإ٠لقا�4حب ACAATTCAAA АТГГТСТАСА ACATCTAGGT ATTAÏÏGAGG 8400

ATATATATAC AATATATATA TTAGTGTCAT AACACTCAAT TCTAACACTC ACCACATCGT 8460

ТАСАТТАПА кпскшм ÏÏCAAGÏÏGT GGGACAAAAT GGATCCCATT AHAATGGAA 8520

ATTCTGCTAA TGTTTATCTA ACCGATAGTT ATTTAAAAGG TGHATCTCT TTTCTCAGAGT 8580

GTAATGCTTT AGGAAGÏÏAC ATATTTCAATG GTCCTOATCT ٢Ш١Ш٢^ TATACCAACT 8640

ШчМчКТССК ÏÏAATAGAAC ACATGAATCT AAAGAAACTA AATATAACAC ٩1د؟ه

AGTCCTTAAT ATCTAAGTAT CATAAAGGTG ΑΑΑΤΑΑΑΑπ AGAAGAACCT ACÏÏAITTTC 8760

AGTCATTACT GK естсотаа؟>î؛MOGn кгскстккп 8820

TACTTAAAAA AGAGCTATAG AAATAAGTGA TGTCAAAGTC TATGCTATAT 8880

ТСМТШчСГ AGGGCTTAAA GAAAAGGACA AGATTAAATC ٢جئىللؤ٢٦ذس 6940

ACAACTCAGT ٦^ح٣ححطة(حاظاً nCAGCTGI؟ 9000

AATCTCATCT AAAAATCACT CTACAAAACA AAAAGACACA ATCAAAACAA 9060

CiaCTYCM GAAACTGATG TGÏÏCAATGC ААСАТССТСС ATCATGGÏÏA ATACAÏÏGGT 9120

TTAAOTATA CACAAAAÏÏA AACAACATAT TAACACAGTA ٢هثعتيحل؟تلآيحلذ 9180

ACCATGGGn ТШОТСЖГк GATAATCAAA CTCTTAGTGG ATTTCAATTT KVV٣r٢٦M\C.C 9240

AATATGGTTG TATAGTTTAT ٢حلظخذ؟تيلإحأيئ TACTGTGACA АССТАТААТС 9300

ATTAGCCTTA GTAGACTAAA TGTTTG٠rrrA KHî٠٥î٢a 9360

TTAGTAACTG؟ ٢٦٢؟ح٦حس٠ح TÏÎ4Î4KÎM،a ٢حاذ٣ذئحلآ(حذ�٢ AAGATGCGGA ٢٢ح،�
لليا�يئخحآ 9420

TTATCÏÏGAC ACAACTAÏÏC CTTTATGGAG ATTGTATACT AAAGCTAm ديمههقاً

GGHCTACAT AATAAAAGAG GTAGAGGGAT HAHATGTC TCTAATTTTA

MGAAGATCA CGA؟riTTATA ATAGTATGCT ⑽인쑈加ᄃ غ٢
ىح٢؟�٢حذ٢ذ 9600

؟СШчШчК؟ CTGCTATCAA GAGTATGTCA КОКПКПк؟ GATAAGACAG €�٤٢ذ

TGTCCGATAA TATMTAAAT ٢ذ٢ذ٢ظح٢ذ�1١ح٢ذ٢حذ AAGTAAGÏÏC CTTAAAITAA 9720

TTAAGCTTGC AGGTGACAAT ААССГТААСА ATCTGAGTGA АСТАТАТТТГ ,ПСШСЮк 9780

TAITTGGACA CCCAATGGTA GATGAAAGAC AAGCCATGGA TGCTGTTAAA АПААТТССА 9840

aitttacttg TTAAGCAGTC TGAGTATGTT ت؟ذ<آتلاىدىإ٢ث ГГТАТАТАТА 9900

GAATTATAAA AGGGTTTGTA AATAATTACA ACAGATGGCC TACTTTAAGA AATGCTATTG 9960

,ГГГТАСССП ACTTACTATA AACTAAACAC ،ГТАТССТТСТ ÏÏGÏÏGGAAC 10020

AGATTTGACT GTGTTATCAG GACTACGTTT CTATCGTGAG ,rrTCGGïïGC 10080

CTAAAAAAGT ATGAÏÏATAA ATGATAAAGC TATATCACCT �٢٦للئظظ١آيل٠آ 10140

TAGTTTCCCT AGAAAÏÏACA TGCCATCACA CATACAAAAC ملذئزآحإآيئآ٢ 10200

ATGAAAAATT ААААТГГТСС GAGAGTGATA AATCAAGAAG AGTATTAGAG ΤΑΤΓΑ7ΓΓΑΑ 10260

GAGATAACAA ATTCAATGAA TGTGATTTAT ACAACTGTGT AGHATCTCA 10320

ححىدئمل٢٢ملاً TCATGTGGTA TCATTGACAG GCAAAGAAAG AGAACTCAGT GTAGGTAGAA 10380

TGTTTGCAAT حثىتيثحذك٢ذ؟ذ٢غذ ATGTTCAGAC AGGITCAAAT KnQGCjac، AAAATGATAG 10440
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CTGAAAACAT ТТТАСААПС TTTCCTGAAA GTCÏÏACAAG ATATGGTGAT сттаксткс 10500

AAAAAATATT AGAACTGAAA GCAGGAATAA AAATCGCTAC AATGATAACT 10560

ACAACAATTA CAHAGTAAG TGCTCTATCA TCACAGATCT СШОМчКПг 10620

nCGATATGA AACGTCATGT ATTTGTAGTG 1آك٢آت�٢حذ٢تىذ TGMCTGCAT ООТОТЮчКГ 10680

CTCTAITTTC CTGGITACAT ПААСТАТТС 10740

ATGCACCCCC CTATATAGGA GATCATATTG TAGATOTAA CAATGTAGAT <٦أتىىفيئتس٢ذ 10800

GAÏÏATATAG ATATCACATG GCTGGCATCG AAGGGTGGTG �سستلآ ٢�٢ذ٢حىجث٢ئ٢؟1ثيح 10860

AAGCTATATC ACTAHGGAT CTAATATCTC ACTCTCAAÏÏ ACTGCTTTAA 10920

TTAATGGTGA CAATCAATCA ATAGATATAA GCÄÄkCQÄK؟ CAGACTCATG GAAGGTCAAA 10980

CTCATGCTCA AGCAGATAT TTCCTAGCAT TAAATAGCCT TAAAÏÏACTG TATAAAGAGT 11040

ATGCAGGCAT AGGCCACAAA CTAAAAGGAA CTGAGACCTA GATATGCAAT 11100

ÏÏATGAGTAA AACAATTCAA CATAACGGTG ٦آى
أتمإ٢حاحتىإ� AGCTAGTATA حس،إذينىإ٢ححاآ 11160

kCCGTGGKTk ÄkaCTKTKC CAWTTdT CTAGAATCTA 11220

TAGGTAGTTT GACACAAGAA πΑΘΛΑΤΑΤΑ GAGGTGAAAG TCTAÏÏATGC AGITTAATAT 11280

nAGAAATGT ATGGHATAT AATCAGATTG CTCTACAACT AAAAAATCAT GCATTATGTA 11340

ЮХГШчСТ ذتىنيلإآآحإ�حإ nCTGAAACA ТТГГГТААТС 11400

ÏÏGATAATAT TGATACAGCA TTAACATTGT ATATGAATTT ITTGGTGGTG 11460

CTTCTTKTKT CGÂÎ4GTTÎCT KTÂGÂÍOAC CTCACAGAGG 11520

CTATAGïïCA CTCTGTGTTC ATACCTAGTT кпктюм حيحلث<�حلآئحاح٢ة� AAAGATAAAC 11580

ÏÏCAAGATCT GTCAGATGAT AGAÏÏGAATA AGnCTTAAC ATGCATAATC ACGTTTGACA 11640

AAAACCCTAA TGCTGAAnC GÏ٠AACAÏÏGA TGAGAGATCC TCAAGCTTTA GGGTCTGAGA 11700

GACAAGCTAA AAÏÏACTAGC GAAATCAATA GACTGGCAGT TACAGAGGÏÏ TTGAGTACAG 11760

CTCCAAACAA AATATTCTCC AAAAGTGCAC жкпкгкг TACTACAGAG 11820

ATGATATTAT GCAAAATATA GAACCTACAT ATCCTCATGG 11880

G٠rrTACCCTT ÏÏATAAAGCA GAGAAAATAG TAAATCHAT ATCAGGTACA AAATCTATAA 11940

CTAACATACT GGAAAAAACT TCTGCCATAG TATTGATAGA GCCACTGAGA 12000

TGATGAGGAA AAACATAACT TTGCTTATAA GGATACTTCC AÏÏGGAÏÏGT 12060

�تمعنيلاكظثسز ٢ذ٦يئ1�٢غقكآحى� TMGTTJÆGG 12120

AAAGATCÏÏG GTCTCTATCC AATATAGTTG GTGHACATC ACCCAGTATC ATGTATACAA 12180

TGGACATCAA ATATACTACA AGCACTATAT CTAGTGGCAT AAHATAGAG 12240

TTAACAGTTT MCACGTGGT GAGAGAGGAC CCACTAAACC ATGGGTTGGT ТСАТСТАСАС 12300

AAGAGAAAAA AACAATGCCA GTTTATAATA GACAAGTCTT AACCAAZ،AAA ٠٠ئذىخلذك١ح؟ممئذك 12360

AAATAGATCT ATTAGCAAAA ,TTGGAHGGG TGTATGCATC ٠حيلإآحإقى
حإ� 12420

TCATGGAAGA ACTCAGCATA GGAACCCTTG GGÏÏAACATA AAGAAATTAT 12480

TTCCACAATA TTTAAGTGTC AAÏÏATTTGC ATCGCCTTAC AGTCAGTAGT AGACCATGTG 12540
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AATTCCCTGC ATCAATACCA οσΓΚΐίΟλ СААСАААЛА TCACTTTGAC kCTKGCCCTk 12600

TTAATCGCAT AAGTATGGTG �حبر�٢حإ؟حإئئلليئذ TGACATAGTA 12660

GTATAAGCTT TGGCCTTAGT TTAATGTCAG ٦ظ٢هناتطتىهز�ت АГГТТАСТААТ GTATGTCCTA 12720

ACAGAAHAT TCTCATACCT MGCTTAATG AGATACA٢rrT GATGAAACCT ОКТКПСК.؟： ل2780

CAGGTGATGT ΎΟΚΐΚΠΪ AAGTTAAAAC AAGTGATACA AAAACAGCAT ATGTTnTAC 12840

CAGACAAAAT AAGTTTGACT CAATATGTGG AATTAITT 12900

CTGGATCTCA TGTTAAÏÏCT ΑΑΊΤΓΑΑΤΑΤ ϊ؟σ؟Κ؟ϊ4Κ ютпсгкгк؟ 12960

ATACTTACAT TTTAAGTACT AATTTAGCTG GACAïïGGAT TCTGAnATA CAACÏÏATGA 13020

AAGATTCTAA AGGTAITTIT ٢آ<لذيىحلءهدإذ٠آ ATATATAACT GATCATATGT 13080

πΑπΑΑΤΓΤ GAAAGTTTTC ٢1٦١CAATGCÏÏ ATAAGACCTA TCTCTTGTGT TTTCATAAAG 13140

ذىتيللت؟ذتمإ٢�٢٢ذ GAGTGTGATA ٦٢غحسث�٢آ٢ث AGATCTTCTA TGTGTAIÏGG 13200

AAÏÏAATAGA CAGTAGTTAT TGGAAGTCTA TGTCTAAGGT ATTTTTAGAA CAAAAAGHA نحول6ن

TCTTAGCCAA GATGCAAGn TACATAGAGT AAAAGGATGT ٢ل٢؟ذيلا٢ًآ٠آ٢ز 13320

AATTATGGTT TCITAAACGT CTTAATGTAG сшчкпас AGTTTGCCCT TGGGTTCTTA 13380

ACATAGAHA сша٦٢؟к СААТАПААС TTATATAGAT CTTGÏÏAGAA 13440

TGGGAHGAT AGAATACACA πΑΑΑΑΑΤΑΑ ACACAAACTC AATGATGAAT 13500

ГГТАТАСТТС ТААТСТСПС TACATTAATT АТААСЛСТС AGATAATACT сатстдттаа �ذئ٩ه

AAGGATTGCT AATTCTGAAT ПАСААСААА СТАТАТСАТС 13620

аючсоа حقإ٠ظأحححى٢№ذ AATATACTAG CCAATCCGAT TAAAAGTAAT GACAAAAAGA 13680

CACTGAATGA CTAÏÏGTATA GGTAAAAATG HGACTCAAT AATGTTACCA TTGTTATCTA 13740

ثىليلذىيأأحز�٢٢ TCTGCAATGA ГЛЮКОМ CAAGATTTGT 13800

CCCTATGGTT GTGAHGATA ىتيئ<٣آيحلا٦ًتلئذىح TCATTCAGGC 仏警曹ひ 13860

حلآتمللال٢احح<حىنيئ АСТГГАСАСТ KOTKOTTCCC AATAGCACAT 13920

CACTTTACTG CATGCTTCCT πΑΑΤΑΘΑπ CAATTTTGTA TTTAGTTCTA 13980

CAGGHGTAA GAGTATAITT TAAAAGATCT TAAAATTAAA GATCCCAAn 14040

GTATAGCATT CATAGGTGAA GGAGCAGGGA ΑΊΤΓΑπΑπ GCGTACAGTA GTGGAACTTC 14100

ATCCTGACAT ٦غح٠ى٦حلآتس TGAAAGATTG AGTTTACCTA 14160

ïïGAGTrrTT ذىتيز٢حى>آت؟آحذ أح)؟ظإحاآ٠آ(غث HATGGTGAA 14220

TTCCTGCTAC AACAACACTC A^GCTCTTA TTTACATATA AAGTTTGCTG 14280

AACCTATCAG TCTTTTTGTC отомнете؟ AATTGTCTGT غظ٢أتىلئح٢1ح TGGAGTAAAA 14340

آىإ٢ذ٢ذئصذ٢ذيئظ CATGTAAGAA AGTGCAAGTA CTGTTCCTCA 14400

GTATGTTAAT AGTAAAATAT CATGCTCAAG ATGATATTGA 14460

СТАТАПААА AACTTATGTA GTAAGÏÏAAA GITTACTTAG 14520

ТССПАСААТ AGGTCCTGCG CAGTATTTAA TGTAGTACAA AATGCTAAAT 14580

AAGAACCAAA AAITTCATCA ٦٢حث٢ةئذىتيزآت GAGTCTAHG 14640
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ATGCAAATAT TAAAAGTTTG ATACCCTTTC TCTGnACCC TATAACAAAA AAAGGMHA 14700

ATACTGCAn GTCAAAACTA AAGAGTGÏÏG TTAGTGGAGA TATACTATCA TATTCTATAG 14760

CTGGACGTAA TGAAGTTTTC AGCAATAAAC ,ГТАТАААТСА TMGCATATG AACATCTTAA 14820

AATGGlîCAA TCATGTTTTA AATTTCAGAT CAACAGAACT AAACTATAAC сдгргтАТАТА ل4880

TGGTAGAATC TACATATCCT TACCTAAGTG ΑΑπσπΑΑΑ CAGCTTGACA ACCAATGAAC 14940

TTAAAAAACT GAÏÏAAAATC ؟؟тктксм ؟rmcKTAK؟ 15000

TAAAGATOT ATAATAAAAA nCCCATAGC TATACACTAA CACTGTAnC AATTATAGn 15060

ATTAAAAATT AAAAATCATA ΤΑΑ؟ΓΠΤΓΤΑ MTAACTTTT AGTGAACTAA TCCTAAAGn 15ل20

TCTTCBGGk ATAAATTTAA ACCCTAATCT AATTGGTTTA TATGTG]٦AÏÏ 15180

AACTAAACTA CGAGATAÏÏA GTTTTTGACA СТТГГГГГСТ CGT 15223

⑵ INFORMATION ・ SEQ ID N0:2:

(i) SEQUENCE CHARACTERISTICS:
(A) LENGTH； 15225 base pairs
(B) TYPE: nucleic acid 
<C) STRANDEDNESS： single 
⑼ TOPOLOGY: linear

(ii) MOLECULE TYPE: cDNA

ixi) SEQUENCE DESCRIPTION: SEQ ID N0:2:

ACGCGAAAAA ATGCGTACTA CAAACTTGCA CATTCGGAAA AAATGGGGCA AATAAGAATT 60

٦ذىقللآيحلذ؟٦：حث< TAACCTCTTC AATCAGAAAT GGGGTGCAAT TCACTGAGCA 120

TGATAAAGGT TAGATTACAA AATTTATTTG ACAATGACGA AGTAGCATTC ПАААААТАА ・

CATGCTATAC TGACAAATTA ATTCTTCTGA CCAATGCATT AGCCAAAGCA GCAATACATA 240

CAAÏÏAAAÏÏ AAACGGTATA GTTTTTATAC ATGHATAAC AAGCAGTGAA GTGTGCCCTG 300

ATAACAACAT TGTAGTAAAA ТСТААСТГТА CAACAATGCC AATAHACAA AACGGAGGAT 360

ACATATGGGA ACTGAÏÏGAG HGACACACT GCTCTCAATT AAACGGTCTA ATGGATGATA 420

AÏÏGTGAAAT CAAATTTTCT AAAAGACTAA GTGACTCAGT AATGACTAAT TATATGAATC 480

AAATATCTGA TTTACTTCGG CïïGATCTCA AïïCATGAAT TATGTTTAGT СТААСТСААТ 540

AGACATGTGT TTACTACCAT ٢ΓΤΤ№ΐΐΚΚΓ KTÄÄÄÄkCTC AMgsGGCM 600

ATAAACTCAC CTAATCAATC AAACTATGAG CACTACAAAT GACAACACTA CTATGCAAAG 660

ATTAATGATC ACGGACATGA GACCCCTGTC GATGGATTCA ATAATAACAT CTCTCACCAA ٩هق

AGAAATCATC ACACACAAAT TCATATACTT GATAAACAAT GAATGTAÏÏG TAAGAAAACT 780

TGATGAAAGA CAAGCTACAT ΤΤΑΟΑπΟπ AGTCAAÏÏAT GAGATGAAGC TACTGCACM 840

AGTAGGGAGT ACCAAATACA AGAAATACAC TGAATATAAT ACAAAATATG GCACTTTCCC 900

CATGCCTATA TTTATCAATC ATGGCGGGÏÏ TCTAGAATGT ATTGGCAÏÏA AGCCTACAAA 960

ACACACTCCT ATAATATACA ÂKÎMÇÏCÎ кпсамм 1020

CCCAACCAAA CCAAGCTACT ССТСАААСАА CAATGCTCAA TAGTTAAGAA GGAGCTAATC 1080
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CGTTTTAGTA ΑπΑΑΑΑΑΤΑ AMGTAAAGC لظ٢آ�٩ذى٢غثاًذ AATACAAAGA 1140

TGGCTCTTAG CAAAGTCAAG TTAAATGATA CATTAAATAA GGATCAGCTG CTGTCATCCA 1200

GCAAATACAC TAHCAACGT AGTACAGGAG ATAATATTGA CACTCCCAAT TATGATGTGC 1260

AAAAACACCT AAACAAACTA TGTGGTATGC �سصد�� MTCATAAAT 1320

آ٢ح٢ممصذة�ىلئ�٣ TGTCCAGGTT تيلل٢الىذ؟ذكد	ذ GACACTATAA 1380

AGATACTTAA AGATGCTGGA TATCATGTTA AAGCTAATGG AGTAGATATA ÎOÎOÏKÏC 1440

GTCAAGATAT AAATGGAAAG GAAATGAAAT TCGAAGTATT ААСА٠ГТАТСА AGCTTGACAT 1500

CAGAAATACA AGTCAATAn GAGATAGAAT СТШчШМ 1560

AGATGGGAGA AGTGGCTCCA GAATATAGGC ATGATTCTCC AGACTGTGGG ATGATAATAC 1620

TOTGTATAGC AGCACTTGTA ATAACCAAAT ذينذحلظحاذكظآ٢ذ GGTCTTACAG 1680

KKVOTOTTKk ٢يئلظاًتيل٢ذكزآ AAAATGAAAT AAAACGCTAC AAGGGTCTCA 1740

TACCAAAGGA TATAGCTAAC AGTTTTTATG AAGTGTTTGA ААААСАСССТ CATCTTATAG 1800

ATGTTTTTGT GCACTTTGCC AHGCACAAT AGGGGGTAGT AGAGHGAAG 1860

GAATCITTGC AGGAÏÏGTTT ATGAATGCCT ATGGnCAGG GCAAGTAATG 1920

GAGTTTTAGC CAAATCTGTA AAAAATATCA TGCTAGGTCA TGCTAGTGTC ذتيحن٢يئ3غئس 1980

TGGAGCAAGT TGTGGAAGTC TATGAGTATG CACAGAAGH GCTGGAHCT 2040

ACCATATA؟[؟ GAACAATCCA AAAGCATCAT TGCTGTCAïï AACTCAATTT غظآ؟ح٢ح�٢٢تآ� 2100

CAAGTGTGGT CCTAGGCAAT GCAGCAGGTC GGGAGAGTAT îOGOîkcœ 2160

CAAGAAACCA GGATCITTAT GATGCAGCCA MsGCKVKTGC ذىد?٢للئئ٠حلآحى AAAGAAAATG 2220

GAGTAATAAA CTACAGTOTA HAGACCTAA ٢هظ٢تئظ1حئىلي حإ٣ح<حقسذ�؟� 	ثسزأحلآأ�٢اً 2280

AACTCMCCC TAAAGAAGAT GATGTAGAGC TTTAAGHAA CAAAAAATAC 2340

AGTCAACATG GAGAAGTTTG CACCTGAAn kQMJsGCTKC 2400

CAAATTCCTA GAATCAATAA AGGGCAAGn AAAGATCCTA AGAAGAAAGA 2460

TAGCATAATA ТСТСПААСТ CAATAGATAT حأتىتيلذكلإ٦4ححيئ AAAGAGAGCC ح٢إكحلإحآيئ�٢آ 2520

�٢تيئمئظ٢
ئذ AGCCGACAGT ACCCCAGAAA 2580

CTACCCAAGA AAACCCCTAG TAAGCTTCAA ل٧ح�٢تىلينحث٢ذ حاًحىؤظتىلل٢آ�٢

ÏÏCTAAGÏÏG TACAAAGAAA CAATAGAAAC ATTTGATAAC ليحل١آ(حدإذ١ذستك AATCTAGCTA ج٦د�ل؟

CTCATATGAA GAGATAAATG ATCAAACAAA TGACAACAK ACAGCAAGAC 2760

TGATGAAAAA TTAAGTGAAA TATTAGGAAT GCTCCATACA TTAGTAGTTC ٢آتىئظ٢ذ�ذئر<ذ 2820

ACCCACTTCA GCTCGCGATG GAATAAGAGA TGCTATGGïï GGTCTGAGAG ا�4<دتيثلثيئ�٢حصذ 2880

AGAAAAAATA AGAGCGGAAG CATTAATGAC CAATGATAGG TTAGAGGCTA ٢�٠تاًذ�٢حيلألطظ 2940

TAGGMTGAG GAAAGCGAAA AAATGGCAAA Тйскссга GATGAAGTGC СТСТТААТСС ・〇

ААСПССААА AAAÏÏGAGTG ACTTGTTGGA AGACAACGAT AGTGACAATG ATCTGTCACT 3060

TGATGAITTT TGATCAGTGA TCAACTCACT �٠حشلنذى٢^ (：малсж? AAAACAGACA 3120

TCAATCCATT GAATCAACTG CCAGACCGAA CAAACAAATG TCCGTCAGCG GAACCACCAA 318◦
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٢٢حلآيتظحآيلظ TCCATCAGCA أححظ٢ظذ٢؟٦ئ4ظ 324◦

AAAAGAACAA ATACGTGAAC سإ٢�٢٦٠قاًحاغ ذيئة٢حآحذ٢حغ 3300

GCTGnCAGT kCMTCTT؟.؟ GATGATCCTG 3360

AATATGGGTG CCTATGÏÏCC AG٠rCATCTGT ACCAGCAGAC ÏÏGCTCATAA ٦هجه

AAGCATCMC ATACTAGTGA AGCAGATCTC ٦K٢Q،٢COJsk TACGAGTCAC 3480

GATTAACTCA AGAAGTGCTG TGCTGGCTCA AATGCCTAGT ААТПСАТСА 3540

ТОТКТОКПк GATGAAAGAA ٢ذ٢ذكظلآ?حقحلظ٢ث ATATGATGTA АСТАСАССТТ 3600

AGCATGCAGT G٦؟٢٦Kk٢K؟ �٦تسحظ٢غظذ AAGTATGTTA ACTACAGTCA малстткс

Μβϊΰ٢؟ΚΤ ÏÏCAACCCCA CTCATGAGAT ،OTdmca؟ ٦٦ج٢ل

GkCKTCMÄK TACCAACCTA �٢٢ةسلآ4٢ث٢ح ATTAGTGTCA AAAACAAGGA 3780

TCTGAACTCA CTí١!SM١ÍK TAGCAACCAC CGAATTCAAA AATGCTATCA �يلؤحح٢خىحذ 3840

AATTAHCCC TATGCTGGAT TAGTATTAGT TATCACAGTT AAGGAGCATT 3900

هحذىشج٢ظذكظ GTCAATTTAT AGTAGATCTT ٢ححآئذ٢ححيأآت TAGAAAAAGA 3960

GAGCATATAT TATGTGACTA CTAAÏÏGGAA GCATACAGCT ACACGITTTT خح،�حتيئحا1حىني٢ 4020

ACTAGAGGAT ТТкААГГГГААТ TATCAACACT GAATGACAGG ТССАСАТАТА ТССТСАААСТ 4080

ACACACTATA eewave؟ ATGAACATCT ACACTACACA ОТСАТСАСА САААССААТС 4140

CCACTCAAAA ССШчКГСк؟ ح،صآح٠حتى٠، CTATCTGCTA GkCOTkGKGT 4200

AAATAAAACC أحإحأيليلدز٢تاقلآ AÏÏAGÏÏAGA GnCAATCAA آحآ٢ع٢حىقز 4260

CATTTATACC GCCAATTCAA ЮЛКТКП؟ ATAAATCTTA AAATGGGAAA ТАСАТССАТС 4320

ACAATAGAAT ذكللتظحى�نآ٢حظث ATTTTGGCCC ٦ΚΓ٦٣ΠΪ4٢Κ TAATACATAT GATCTTAACT 4380

СТДТСТСТТ TACTAATTAT AATCACTAÏÏ ATGATTGCAA TACTAAATAA 4440

TCTGTAACAA TACTOTGAA CTAGGACAGA TGCATCAAAT CAACACATAG 4500

TGCTCTACCA TCATGCTGTG ATCCTGTATA ΊΚΤΚΚίΟΜ 4560

CTTCTCACAG ТСССШАСС кСОССЖГГк ICKTGGrrKSC ATAGAGTAGT 4620

ктша؟ HAACATAAT GATGAATTAT TAGTATGGGA TCAAAAACAA CATTGGGGCA 4680

قز٢آ٢ذ٢
نحغظ чЮКЮК□؟ CGCACTGCCA GGACTCTAGA 4740

GATACTCTCA ATCATCTAAT TGTAATATCC TdTGTTTAT ТПШчКГСТ 4800

TAGCACTATC AGTTCTGGCA ATGATAATCT CAACCTCTCT CATAATTGCA 4960

GCCATAATAT TCATCATCTC ٦ث؟٢ت0جلي٢حىه AAAGCTACAC CACAGïïCAA 4920

ACAATAAAAA 1حلل٢ت0
ىأحل AAAAAACATC ثيحل٢حىلحت٢اآ4٢ث٢ح ПАСТСААСТ حىلئًاحح٢ةئظث 4980

CMCCAAkCK кССТЮАСС К0к،؟ЮЛ Саскам؟ TTOGCCKCA 5040

юлскгсск هئ٢ح؟تسز CACACAACAG ٢حلأليلظثكظ٢ظللث 5100

1هتخحآححخححى� CACAGACCAA ٢ححذىقئ٢حذيئث К٢КШ١٢٢кС ٢ذ٢ةالدئظقحأ�حت ٦ح٢حغ٢خليتح 5160

AAACCAAAAG TTTTGAAGTG nCAACnCG ÏÏCCCTGTAG TATATGTGGC 5220

حلتظحىهإ٢حىئظ TTTGCAAATC CATCTGTAAA GCXîüîskC؟. AAAGAAGAAA 5280
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AACCCACAAA слсомгс кгсшчксск CAAACAAAAG 5340

حىىتسإ٢عإذ AAAAGAAACT CAACAAAAAA АССААСССТС 5400

حكه٢ئححىإذ٠ذئ AAAGAGACAC CAGCACCTCA TGCTCGACAC AACCACATTA 5460

GAACACACAA TCCMÖßCA ATCCCTCCAC �٢حاًثىئحثىليئث кгссмстсс 5520

ACACAAACAC ح٢ديحذحبظح٢ح<�يئ ح٢ذىإق٢٢٢٦ح؟٦ ٢حينح٠خيق 5580

CATGCnAGT CTACATCTTA GTGACCTATC AAGCAAGAAC 5640

GAAAHAAAC CTGGGGCAAA TAACCATGGA CACAGGHAA GTGCAATCTT 5700

CCTAACTCÏÏ GCTATTAATG CATTGTACCT ٢أح£لئ٢آتىليئ CAGAACATAA CTGAGGAGn 5760

ÏÏACCAATCG CAGTTAGCAG AGGnATTTT AGTGCTTTAA GAACAGGïïG 5820

GTATACCAGT ٢٦n٢KÎÏ4k٢M ٦ΪΟΧΠΐ١λ٩ TAATATAAAA ٢ذ٠ذ<آىفل٢حملذ 5880

GTAAAACTTA TAAAACAAGA ATTAGATAAG TATMGAATG CAGTGACAGA 5940

КПКЛСТк CTTKTGCJg ACACACCAGC CGGGCCAGAA ٢ذىليىئذ٢ححىلتح 6000

ACAGTATATG AACTATACAA TAAAAACCTA AATGTATCAA TAAGCAAGAA 6060

٢حذ؟حسىذيلذ AGATTTCTGG GCnCTTGTT AGGTGTAGGA TCTGCAATAG CAAGTGGTAT 6120

AGCTGTATCC AAGATCAAAA ATGCTTTGn 6180

AAAGCTGTAG TCAGTCTATC AAATGGGGTC AGTGTmAA ح٢آجائذ؟ذيئ 6240

GTTAGATCTC TAAATAACCA ATTATraccc ATAGTAAATC ئظ٠١٢ئث4٢ذ٢ذ(�� 6300

TCGCATCTCC ААСАПСААА CAGTTATAGA AHCCAGCAG AAGAACAGCA GAÏÏGÏÏGGA 6360

٦أخلئه٢ا�كظحلليثج ٢آجنيئذ٢؟تيل٢ذ TGTAACAACA COTTTAAGCA CÏÏACATGTT 6420

AACAAACAGT GAGÏÏACTAT CAHGATCAA TGATATGCCT кгкюмта ATCAGAAAAA 6480

ATTAATGTCA AGATAGTAAG GCAACAAAGT ТАТТСтаТСА TGTCTATAAT 6540

AAAGGAAGAA GTCCTTGCAT ATGTTGTACA GCTACCTATC ٦ظآيئذىج٢٨ححب 6600

TTGCTGGAAA ٦٦Юй٢К؟ CACCTCTATG скссксме KYCAWMG GATCAAATAT

�آ٢ظحىيأ�اًآت AGGACTGATA GAGGATGGTA TTGTGATAAT GCAGGATCAG ТАТССТТСТТ 6720

TCCACAGGCT GACACTTGTA AAGTACAGTC CAATCGAGTA TTTTGTGACA CTATGAACAG 6780

ТП^СКСТк نسنسدد
ح TCAGCCTTTG ΑΊ٦ΑπαΑΑπ ح�٢تيئظ�1<�ي؛ 6840

CTGCAAAAn ATGACATCAA AAACAGACAT GTAAÏÏACTT CTCTTGGAGC 6900

TATAGTGTCA TGCTATGGTA نسلحسعل AACAAAAATC GTGGGATTAT 6960

ша٢кт TCTAATGGTT GTGACTATGT GTCAAACAAA GGAGTAGATA CTGTCTCAGT 7020

GGGCAACACT TTATACTATG TAAACAAGCT ذ؟٢ذ1لينت،١ذك AACCTTTATG ظأنسسلآ 7080

ACCTATAATA ACCCTCTAGT GirrCCTTCT GATGAGITTG KTGCKÎCM：؟ 7140

ATCTCAAGTC AATGAAAAAA TTTAGCTTTT AnCGTAGAT CTGATGAAÏÏ 7200

ACTACATAAT GTAAATACTG ٢�٢آيىلتحث٢٦حىلبر ΤΑΟΑΑΑΤΑπ ATGATAACTA CAAÏÏAÏÏAT 7260

AGTAATCATT GTAGTATTGT ТАТСАПААТ AGCTAÏÏGGT ÏÏGCTGÏÏGT AÏÏGCAAAGC 7320

CAAAAACACA CCAGTTACAC TMGCAAAGA CCAACTAAGT ATAÏÏG٠2ATT 7380
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٢ذىؤ٢ئلآحاقئظح١٢ذ ACAAAAAACC ACCTGATCAT GTCTCAACAA CAGTCTGCTG �^٢حلآحتيئتحاحخ ٦ههلأمم

ح٢خؤحاتنيثئظ٢ث CCATAACAAA ٢حلأئ�٢�٢يتخت ООШкОК؟ GGCTGAATCA тСТТСАСА ٦5د�ز؟

TCATGCTACC CACACAACTA GHACATAAA AACCTCAAGT

AACACTAAAT CM0،٢KÎ٢A حلز�0ذى٢آ٢ذ<ذ GGCAAATATG 7620

٦ح٢حذ٢ةئذىايئذ ATCCTTGTAA ATTTGAGAn AGAGGTCATT GCHGAATGG TAGAAGATGT 7680

АТААТГАСТТ TGAATGGCCT CCTCATGCCT ٢٦CÄÄÄKCTTC �٦٦آه

GTCAATGGAC حأ�حلنذيلنيلدأ١ذك ACACTTTGTC тодкгкш؟ ٦ههة

٢ئذ�ذ١حذة٦تآ٢٢ذ�اً AKCTCaCAG AACAGAAGAA TATGCTCTTG GTATAGTTCG AGTGCTAQAG جلآ٤ه

AGHACATAG GATCTATAAA ئح<غطظ١آحلآئ٢ذكظا CATGTGnGC TATGAGTAAA 7920

σπ:πκπ^ TGATGACAIT AAAAAGCTGA AGAACCCAAT 7980


□؟٢ح٢٢ظإ��٢ TAAGAGTGTA CAATACTGn ATATCATACA �٦٠آ٦س1ذئلح٢حع TAGAAAAAAC 8040

AACAAGCAAA CAMCCKTCT ظنيسلئتاً■ ح٦ذيلح؟حظ٢١قةح XCGTGCTGAk GAAGACAATA 3100

AAAAACACAT ٦ى
٦غحاحلآ^�يإ CAAAAGCATA نححاط١ححسؤ GTCAACCGTC 8160

AATGATCAAA ATGACCAAAC CAAAAATAAT GMKTTkCCG ЖГААКГКГС enGTAGTAT 8220

ATCATCCATA nGATTTCAA ٢آت٢ذسظذ�٢يث GAïïGCTACA ПСААТСАТА АХкЮЛКП 8280

CKVÄkCCJOT TG<^Î4kC٢A CQKGCGTTTk 0340

AAHCATTGG ACACCTAAAA ACTTATTAGA TGCCACTCAA СААТГТСТСС KkQMCTTKk 8400

СКГСССТСД GATATATATA сккгкгкгк؟ ATTAGTGTCA CCKVkKCGKT 8460

CCAACCATAA ААСТАТСПА ATAAGGÏÏAT GGATCCCAn 8520

ATTAATGGAA ACTCTGCTAA TGTGTATCTA ACTGATAG،TT AHTAAAAGG отткгегот؟ 0500

TTTTCAGAAT GTAATGCTTT AGGGAGïïAC CTrmAACG GCCCTTATCT CAAAAATGAT 9640

TACACCAACT TAAÏÏAGTAG ACAAAGTCCA CTACTAGAGC ATATGAATCT TAAAAAACTA 8700

AGTCATTAAT atctagatat ٢هحآتلإسإآحظ AACTGAAATT AGAAGAACCA 0760

ACTTACTTCC AGTCATTACT KY؟GÎ4QK؟K؟ WUkGCKTOT CCTCGTCTGA ・〇

ACAACTAACT TKOTTisKH AATAATACGA AGAGCTATAG AAATMGTGA �٦تةاذسلئلآت(٢ذ 8880

TACGCCATCT TGAATAAACT AGGACTAAAG GAAAAGGACA GAGITAAGCC СКЮчКТКМ： 8940

TCAGGTGATG AAAACTCAGT ACTTACAACT ATAAHAAAG ATGATATACT TTCGGCTGTG 9000

٢حآحلئظظاًتيئ٢ط 9060

ATGW،ACAA аотспсм AAAATTGATG ταποΑΑΤΰο 9120

ATACACTGGT TACAAAAÏÏA TAACACAATA 9180

GAGGTAAAAA GTCATGGGTT GATAATCAAA CTTTAAGTGG TTrrCAGTTT 9240

АТТГТАААТС AATATGGTTG TATCGTTTAT ٢ذسإ�يل٢حلأئذ TCAAAAAAAT ОАСЖСТкСТ 9300

ACICAATC AATTTTTAAC ATCAGCCTTA GCAGAÏÏAAA ٦٢أآ�ت(د٢ت٣طاً 9360

TAAGTAATTC TTTGAATACA ПАААТАААА GCÏÏAGGGCT GAGATGTGGA 9420

آأ٦٢آيليحلأ<ئظ٢ذ ÏÏGTGÏÏATC АСААПАТГТ CTITATGGAG AKGTATACT GAAATTATTT 9480
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ق>�<ن٢؟٢ثيئلصذ GCTTCTACAT AATAAAAGAA GTAGAGGGAT ÏÏAÏÏATGTC πτΑΑπστΑ 9540

AACATAACAG AAGAAGATCA ATCTAGGAAA к؟тпк٦؟к؟с ATAGCATGCT AAATAACATC 9600

٦ح0أحجثى٩٢ذ�اظ CTAHAAGGC TCAAAAGAAC CTKCTKVCM GGGTATGTCA САСТГТАТТА 9660

GACAAGACAG TGTCTGATAA TATCATAAAT GGTAAATGGA TAATCCTATT AAGTAAATCT 9720

CTTAAATTGA *TOASCTTCQ AGGTGATAAT AATCTCAATA ATTTGAGTGA GCTATATTTT 9780

CTCnCAGAA TCTTTGGACA ذيلإ�٢آحاليل3لمى ٦آتحاث<�٢ت١حذىلت 9%4ϋ

АЛААСТСТА ATGAAACTAA GTTCTACCTA HAAGTAGTC TAAGTACGTT AAGAGGTGCT 9900

GAATCATAAA AGGGTTTGTA Î4MÎÆCTÎÛ أشاحىإ(ححذ� 9960

AATGCTATTG TCCTACCTCT AAGATGGÏÏA MCTATTATA AACTTAATAC ПАТССАТСТ 10020

٢حلا1٧ي٢�٣لذ4
يت ATTTTATCAG GATTGCGGn CTATCGTGAA 10000

TTTCATCTGC GGATCÏÏGAA ⑺⑽加仏 Kmcï٢؛٢٦ 10140

TAG^TTCCT AGAAAÏÏACA тссшаа TATACAAAAT 10200

٦kîkîîs٢mc آتىصعليلذ؟آحإ�٢ GAAGnCTCT GATCAAGAAG AGTACTAGAG 10260

٦ΚΓ٦λ٢٢Π^Ϊ4 ATTCAATGAA TGCGATCTAT АСААТТСТСТ AGTCAATCAA 10320

AGCTATCTCA АСААСТСТАА TCACGTGGTA OnKkCTG؟ GTAAAGAAAG كظح<آحتىحذيئ；٦ 10380

GTAGGTAGAA TGTTTGCTAT ٢ذ٢حىتيلئ�٠ت؟ذى CTYTî١œe؟K РАКГССШ：؟ CTTAGCAGAG 10440

AAAATGATAG CCGAAAATAT гттйкпс TTCCCTGAGA ٢آذ٢�٢حث٢ثيئظ ATATGGTGAT 10500

CTAGAGCTTC AAAAGATATT ТОчКПША ٢ذ٢ح٢ذ٢ةً
حقإذ GCAACAAGTC AAATCGHAT 10560

ACAACAATTA TATCAGTAAA TGHCTATCA 10620

AATCAAGCAT ÏÏAGATATGA AACATCATGT ATCTGCAGTG ATGTAÏÏAGA TGAACTGCAT 10680

CTCTGTTCTC ÏÏGGTTGCAT ٢ПМ٠Мк٢1 CTCTTGTCAC AATMTATGT 10740

ÎÆKVKYÎâC �حص٢حىئحاًذ٢آ٢ح<ث TTTCATAAAG GATCATGÏÏG ÏÏAATCÏÏAA TGAAGTTGAT ل0800

٢فيلذ٠ثاًحأتىليل GAnATACAG ATATCATATG GGTGGTAÏÏG AGGGCTGGTG آ٢ذ��حاععلتيلا 10860

حرحاحللئذ(ذ؟آ٢�٢ذ AAGCTATATC AÏÏAÏÏAGAT CTAATATCTC AITCTCTATC 10920

ة٢حآحثةظح٢آت٢غذ TAATCAGTCA K٢T٢٦،KTKÎÎ4k TAGACÏÏATA 10980

CCCATGCTCA AGCAGAÏÏAT TTGÏÏAGCAT TAAATAGCCT 11040

كظذسإ�حإآ3آ ATGCAGGTAT حتلآئص٠ذكخهاً�ح CTTAAGGGAA TATATCCCGA 11100

GATATGCAGT ٥٢Μ،٦٢؟٠؟Κ TGTACTATCC AGCCAGTATC 11160

آتسلئظئ٢حت TGAGAGTAGG TCCATGGATA îsKÎÎÜMkC TTGATGACTT 11220

HAGAATCTA TAGGTAGCn ظحىلئخ٢ذكظ٢ذيئذ nAGAATACA طسسئساً OTATTATGC 11280

AGTTTAATAT nAGGAACAT ТТССПАТАС AATCAAATTG CCTTGCAACT ٢CQi4ÄK؟٢١K؟ 11340

GCAÏÏATGTA ÎOKÎKÎ4GCT ATArrTAGAT ATAHGAAAG ТАПААААСА СПАААААСТ 11400

mriTAATC ÏÏGATAGTAT CGATATGGCG TTATCATTGT ATATGAATTT ٢ذآعإآححذ٢٢صا� 11460

TTTGGTGGTG OTQMCCTKk TTTCTTATAT CGAAGCTTTT آحظ1ذي٢ئذ0غ٢ح саасттс؟ 11520

ئحىإ�آح0ثيتت CTATAGTACA TTCAGTGTTT GTGCTGAGCT ACTATACTGG TCACGATTTA 11580
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CAAGATAAGC TCCAGGATCT TCCAGATGAT دلئهئذ(آحهز ATGTGTCATC 11640

حآيدلدلئظ٢ت٢ةئث TGCCGAGTn GTAACAHGA TGAGGGATCC ACAGGCGTTA 11700

\لىتأذك٢ذ٢هتظآ AATTACTAGT GAGATTAATA GATTAGCAGT кюампс 11760

CTAAGTATAG Адтаттпст 仏脈管쑈。 TACCACTGAG 11820

AÏÏGATCTAA ATGACAHAT GCAAAATATA ٢تىليلث�٢ئكليئح ACCCTCATGG ATTAAGAGTT 11880

GTTTATGAAA GTCTACCTTT HATAAAGCA GAAAAAATAG ТГААТСПАТ кгаасма 11940

CTAATATACT عديئهإكإظناً؟ TCAGCAATAG ATACAACTGA 12000

GC٦ÄCT٢3Krk AAATATAACT ПАСПАТАА GGATACnCC ACTAGATTGT 12060

AACAAAGACA ذئرئىليىإ1؟تيح�٠ AnAAGTTTA ОТМКкСТСзк ذيإظاًآبمئ٠ذكظ 12120

TATGTAAGAG AAAGATCÏÏG GTCATTATCC AATATAGTAG 12180

ATGnCACAA ٢٢l4k٦؟GQ،J٠٢ k٢M؟٢٦K؟K AGCACTATAG CCAGTGGTAT ΐ4٢Μ؟ΐ١κπκ 12240

HAATAGTTT AACTCGTGGT GAAAGAGGAC CTACTAAGCC ATGGGTAGGT 12・

Скгстктае؟ AGGAGAAAM ÂkOKTGCCK GTCTkCAKTX Gk٢MQ٣٣m MCCAAAAAG 12360

は獄職٢٢ ΑΑΑΤΑΟΑπΤ HAGACTGGG CATAGACAAC 12420

AAAGATGAAT ACTGAGTACT GGAACACCTG GACTGTCATA ٦آ٦ححذسهليل 12400

AAAAAGÏÏGT ЛССАСААТА TCTAAGTGTC ААТГАТТТАС ACCGTTTAAC AGTCAGTAGT 12540

AGACCATGTG ккпгесто؟،: ATCAATACCA GCKATAGAA CAACAAAÏÏA TCATTTCGAT 12600

ACTAGTCCTk TCAATCATGT ктттчкадчк ÄMTKrGGÄß 4kGKTKÎ؛^KT٢ قإ66دآ

آأ٠آ٦لححا4آحليل�٠ GCATAAGTTT ٦آحلآتلا؟٠ذكظآ٢. CTGATGTCGG CTGTGGAACA АЛСАСАААС ل٠فى�٩اًج

ATATGTCCTA 1ةحلئةذكح؟<٠آحإ� TCTCATACCG AAGCTGAATG AGATACATTT 12780

CCTATATTTA CAGGAGATGT TGATATCATC AAGTTGAAGC AAAACAGCAT 12840

ATGHCCTAC CAGATAAAAT AAGTTTAACC CAATATGTAG ААПАТТССТ AAGTAACAAA 12900

٩٢Κ٢٢ΠλΜ١Ί CMCMOT□： ктккгкг؛? AMGTCTGKT ا29٤ل؟

ТАТТГТСАТА ATGCHATAT ?TTAAGTACT AATTTAGCTG TCTAATTATT 13020

CAAmATGA AAGAHCAAA AGGTATITTT GGGGAGAGGG GTACATAACT 13080

GATCATATOT ГТТ؟ТСАТТАА GAATGTTITC rrrAATGCTT ATAAGACTTA ITTGCTATGT 13140

أ٣آ٦ذسؤ؟تموك GHATGGTAA AGCAAAAÏÏA AGATCITCT؟ 13200

TGTGTTTTGG AGTTAATAGA CAGTAGCTAC TGGAAATCTA TCTCTAAAGT ITTCCTAGAA 13260

CAAAAAGTCA AGTCAATCAA GACACAAGK WskGGCTOT 13320

CACAGTTTTA AGTTGTGGÏÏ ,ГПШСкСО؟،： СТАААГГТАС CGTATGCCCT 13380

TGGGTTGTTA ACATAGAÏÏA TCACCCAACA �٢ي!حتح٢ذسحذ СТАТАТГАТС TTACATAGAT 13440

ÏÏAGÏÏAGi^A TGGGGnAAT AAATGTAGAT АААПААССА πΑΑΑΜΤΑΑ ШОККПС 13500

AATGATGAAT ТПАСАСАТС AAATCTCCTT TACAnAGÏÏ АТААСТТПС ШКСМСАСТ 13560

CATTTGCTAA CAAAACAAAT AAGAMTCCT TAGAAGATAA TTATAACAAA 13620

٢حححع٢كلئذكعح AACTTTAGAA ААТАТАТСАТ TAACTCCTGT ٦ئظاًتىتيئظإ٢ح 13680
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AATAGTAACA ААССТАААП TTGTATAAGT GGAAATACCG AATCTATAAT GATGTCAACA :3740

см٢м ٦?٢ м ٢٢٦KÎKG٢rkkk

CAAGACTTGT АСААТГТАП TCCAAATGTT GTGATAGACA GGAnATAGA TCACTCAGGT 13860

AATACAGCAA AATCTAACCA АСТГТАСАТС АССАСПСАС ATCAGACATC ITTAGTAAGG 13920

AATAGTGCAT CACTTTATTG CATGCTTCCT TGGCATCATG TCAATAGAn TAACTTTGTA 13980

TTTAGTTCCA CAGGATGCAA GATCAGTATA GAGTATATTT TAAAAGATCT TAAGACTAAG 14040

GACCCCAGH GTATAGCATT CATAGGTGAA GGAGCTGGTA АСТТАПАСТ ACGTACGGTA 14100

GTAGAACHC ATCCAGACAT AAGATACATT TACAGAAGTT TAAAAGAHG CAATGATCAT 14160

AGTTTACCTA HGAATTTCT AAGAÏÏATAC AACGGGCATA TAAACATAGA ؟TTATGGTGAG 14220

ААТГТААССА TTCCTGCTAC AGATGCAACT ААТААСАПС AITGGTCTTA TTTACATATA 14280

AAAITTGCAG AACCTATTAG CATCTTTGTC TGCGATGCTG AAÏÏACCTGT TACAGCCAAT 14340

TGGAGTAAAA TTATAAÏÏGA ATGGAGTAAG CATGTAAGAA AGTGCAAGTA CTGÏÏCÏÏCT 14400

GTAAATAGAT GCAITTTAAT CGCAAAATAT CATGCTCAAG ATGATAHGA ΊΤΓΟΑΑΑπΑ 14460

GATAACAHA CTATATTAAA AACnACGTG TGCCTAGGTA GCAAGHAAA AGGATCTGAA 14520

GTTTACÏÏAG TCCTTACAAT AGGCCCTGCA ААТАТАСПС CTGTTTTTGA TGKGTGCAA 14580

AATGCTAAAT TGATTTTTTC AAGAACTAAA AATCTCATTA TGCCTAAAAA AACTGACAAG 14640

GAATCTATCG ATGCAAATAT TAAAAGCCTA ATACCTTTCC TTOGTTACCC TATAACAAAA 14700

AAAGGAATTA AGACTTCATT GTCAAAATTC AAGAGTGTAG TTAATGGGGA TATATTATCA 14760

TATTCTATAG CTGGACGTAA TGAAGTAÏÏC AGCAACAAGC *TTATAAACCA CAAGCATATG 14820

AATATCCTAA AATGGCTAGA TCATGTTTTA AATTTTAGAT CAGCTGAACT TAA؟TTACAAT 1488。

САТГТАТАСА TGATAGAGTC CACATATCCT TACTTAAGTG AATTGHAAA TAGTHAACA 14940

حىص٢حذيإتا�<لز غ٢ئث١حآجىإآتحاذئ٢ذ

GAACAGTAAC ТТААААТАТС AÏÏAACAAGT ,TTGGTCAAAT TTAGATGCTÄ АСАСАТСАП 15060

ATATTATAGT ТАТТАААААА TATGCAAACT ТГГСААТААТ TTAGCCTACT GAHCCAAAA 15120

ÏÏATCATTTT ATTTTTAAGG GGTTGAATAA AAGTCTAAAA CTAACAATGA TACATGTGCA 15180

ГГТАСААСАС AACGAGACAT TAGITTTTGA САСТТГПТТ CTCGT 15225

(2) INFORMATION FOR SEQ ID N0:3:

⑴ SEQUENCE CHARACTERISTICS:
(A) LENGTH： 33 base pairs
(B) TYPE: nucleic acid
(C) STRANDEDNESS: single 
⑼ TOPOLOGY: linear

(ii) MOLECULE TYPE: cDNA

(xi) SEQUENCE DESCRIPTION: SEQ ID N0:3:

ACTCAAATAA GTTAATAAAA AATATCCCGG GAT 33
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⑵ INFORMATION FOR SEQ ID N0:4:

(i) SEQUENCE CHT\RACTERISTICS:
(A) LENGTH: 3ب base Dairs
(B) TYPE: nucleic acid
(C) STRANDEDNESS: single 
(DJ TOPOLOGY: linear

(ii) MOLECULE TYPE: cDNA

(xi) SEQUENCE DESCRIPTION: SEQ ID N0:4:

CCCGGGATAT ΤΤΤΓΤΑπΑΑ CTTATTTGAG T 31

(2) INFORMATION FOR SEQ ID N0:5:

⑴ SEQUENCE CHARACTERISTICS:
(A) LENGTH■. 18 base pairs
(B) TYPE: nucleic acid 
(c) STRANDEDNESS: single
(D) TOPOLOGY: linear

(ii) MOLECULE TYPE: cDNA

(xi) SEQUENCE DESCRIPTION: SEQ ID N0:5:

GAAAGTATAT ATTATGÏÏ 18

(2) INFORMATION FOR SEQ ID N◦:6:

(i) SEQUENCE CHARACTERISTICS:
(A) LENGTH： 20 base pairs
(B) TYPE: nucleic acid
(C) STRANDEDNESS： single 
⑼ TOPOLOGY: linear

(ii) MOLECULE TYPE: cDNA

:SEQUENCE DESCRIPTION: SEQ ID N0:6 حات)

TATATAAGCA CGATGATATG 20

(2> INFORMATION FOR SEQ ID N0:7:

(i) SEQUENCE CHARACTERISTICS:
(A) LENGTH： 16 base pairs 
⑻ TYPE: nucleic acid
(C) STRANDEDNESS: single
(D) TOPOLOGY： linear

(ii) MOLECULE TYPE: cDNA

(xi) SEQUENCE DESCRIPTION: SEQ ID NO:7:

ACTCAAATAA GÏÏAAT 16
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⑵ INFORMATION FOR SEQ ID N0:8:

⑴ SEQUENCE CHARACTERISTICS:
(A) LENGTH： 14 base Dairs
(B) TYPE: nucleic acid
(C) STRANDEDNESS: single
(D) TOPOLOGY: linear

(ii) MOLECULE TYPE: cDNA

(xi) SEQUENCE DESCRIPTION: SEQ ID N0:8:

ТААСПАТГТ GAGT 14

(2) INFORMATION FOR SEQ ID N0:9:

(i) SEQUENCE CHARACTERISTICS:
(A) LENGTO: 28 pase pairs
(B) TYPE: nucleic acid
(C) STRANDEDNESS: single
(D) TOPOLOGY: linear

(ii) MOLECULE TYPE: cDNA

(xi) SEQUENCE DESCRIPTION: SEQ ID N0:9:

GACACAACCC ACAATGATAA TACACCAC 28

(2) INFORMATION FOR SEQ ID N0:10:

⑴ SEQUENCE CHARACTERISTICS:
(A》 LENGTH： 32 base pairs 
(B》TYPE: nucleic acid 
(C) STRANDEDNESS: single 
⑼ TOPOLOGY: linear

(ii) MOLECULE TYPE: cDNA

(xi》 SEQUENCE DESCRIPTION: SEQ ID N0:10:

CATCTCTAAC CAAGGGAGn AMITTAAGT GG 32

(2) INFORMATION FOR SEQ ID N0:11:

⑴ SEQUENCE CHARACTERISTICS:
(A) LENGTO: 27 base pairs
(B) TYPE: nucleic acid
(C) STRANDEDNESS： single
(D) TOPOLOGY: linear

(ii) MOLECULE TYPE: cDNA

(xi) SEQUENCE DESCRIPTION: SEQ ID N0:11:

nAAGGAGAG ATATAAGATA GAAGATG 27
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⑵ INFORMATION FOR SEQ ID N◦:12:

(i) SEQUENCE CHARACTERISTICS:
(A) LENGTH: 27 base Dairs
(B) TYPE: nucleic acid
(C) STRAWDEDNESS: single 
⑼ TOPOLOGY； linear

(ii) MOLECULE TYPE: cDNA

(xi) SEQUENCE DESCRIPTION: SEQ ID N0:12:

GTTTTATAn AACTAATGGT GHAGTG 27

(2) INFORMATION TOR SEQ ID N0:13: 

ii) SEQUENCE CHARACTERISTIC؟:
(A) LENGTH： 33 base pairs
(B) TYPE: nucleic acid 
(ci STRANDEDNESS: single 
<D) TOPOLOGY: linear

(ii) MOLECULE TYPE: cDNA

(xi) SEQUENCE DESCRIPTION: SEQ ID N0:13:

TTATAAHGC AGCCATCATA nCATAGCCT CGG 33

(2) INFORMATION FOR SEQ ID N◦:14:

⑴ SEQUENCE CHARACTERISTICS:
(A) LENGTH: 3؟ pase pairs
(B) TYPE: nucleic acid
(C) STRANDEDNESS: single
(D) TOPOLOGY: linear

(ii) MOLECULE TYPE: cDNA

(xi) SEQUENCE DESCRIPTION: SEQ ID N0:14:

GTGAAGTTGA GATTACAATT GCCAGAATGG 30
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WHAT IS CLAIMED IS:

1. An isolated infectious recombinant respiratory 

syncytial virus (RSV) comprising a RSV genome or antigenome م a 

major nucleocapsid (N) protein, a nucleocapsid phosphoprotein 

(P), a large polymerase protein (L)م and a RNA polymerase 

elongation factor, wherein the recoÉinant RSV has at least two 

attenuating mutations, one Of the mutations specifying a 

temperature-sensitive substitution at amino acid Phe52i， Gingai, 

Μβ؛ιΐ69٠ or Ty٣i32i in the RSV polymerase gene or a temperature- 

sensitive nucleotiae substitution in the gene٠start sequence of 

gene ٢فى٠�

2. The RSV Of claim 1, having at least three 

attenuating mutations.

3. The RSV of claim 1, wherein Leu is substituted at 

Phe52i or ة1٢ا83ل٠

4٠ The RSV of claim 1, wherein Val is substituted at

MetH69٠

5. The RSV of claim 1, wherein Asn is substituted at

Ty٢i321٠

6. The RSV of claim 1, wherein at least two of the 

mutations are selected from the group consisting of 

temperature-sensitive substitutions at Phe52i, Glng3i, Metu^9 

and ТУГ13211

7٠ The RSV of claim 6, wherein the 

temperature-sensitive substitutions are at Phe52i and Ме11؛б9٠

8٠ The RSV of 6, wherein the temperature-sensitive 

substitutions are at Gln83i and آ٧٣٦ح-٩ل .
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9٠ The RSV of claim 1, wherein two mutations occur in 

the codon encoding a temperature٠sensitive substitution at 

Phesn, Gin„” Metneg, or Ty^32i٠

10. The RSV of claim 1, formulated in a dose of 10ق 

to 10ة PFU Of attenuated virus.

11. The RSV of claim 1 further comprising a 

nucleotide modification specifying a phenotype selected from a 

change in growth characteristics, attenuation,

temperature-sensitivity, cold-adaptation, small plaque size, 

host range restriction, or* a change in iiunogenicity٠

12. The RSV of claim 11/ wherein a SH, NSI, NS2 or G 

gene is modified.

13٠ The RSV of claim 12, wherein the SH gene is

deleted.

14. The RSV of claim 12, wherein the NS2 gene is 

reciprocally substituted in position for the SH gene·

15. The RSV of claim 11, wherein said further 

nucleotide modification is to a cis-acting regulatory sequence 

that is modified or rearranged within the RSV genome or 

antigenome·

16٠ The RSV Of claim 15, wherein the cis٠acting 

regulatory sequence is replaced by a heterologous regulatory 

sequence·

17. The RSV of claim 16, wherein the heterologous 

regulatory sequence is a cis-acting regulatory sequence of a 

different RSV gene.

18٠ The RSV of claim 11, wherein the nucleotide 

modification is selected from a termination codon introduced 

within a selected gene or a change in sequence, position, or
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presence of a GS or GE transcription signal relative to a 

selected gene*

19. The RSV of claim 11, wherein the nucleotide 

modification comprises an inserted, deleted or altered 

translational start codon in sequence context within the RSV 

genome or antigenome.

20. The RSV of claim 1ال wherein a gene or gene 

segment encoding an iiunogenic ForG protein region of one RSV 

subgroup virus is incorporated within a genome or antigenome of 

a different RSV subgroup virus.

21- The RSV of claim 11, wherein the RSV genome or 

antigenome is modified to encode a поп-RSV molecule selected 

from a cytokine, a T٠helper epitope, a restriction site marker, 

or a protein of a microbial pathogen capable of eliciting a 

protective iiune response in a mammalian host.

22. The RSV of claim 11, which comprises a gene or* 

gene from PIV replacing a corresponding gene or gene segment of 

RSV.

23. The RSV of claim 22, wherein the PIV gene or gene 

segment encodes HN or F glycoprotein.

24. The RSV of claim 23۶ wherein the gene segment 

encodes a cytoplasmic tail, transmembrane domain or ectodomain 

of HN or F of PIVl, PIV2, or PIV3.

25. The RSV of claim 11, further comprising a 

polynucleotide sequence encoding an immunogenic epitope or 

protein region of PIV whereby the RSV elicits an iiunogenic 

response to both PIV and RSV antigens.

26٠ An isolated infectious RSV particle which 

comprises a recoÉinant RSV genome or antigenome, a major 

nucleocapsid (N) protein, a nucleocapsid phosphoprotein (p), a
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large (L) polymerase protein, and a RNA polymerase elongation 

factor ۶ wherein the genome or antigenome is modified to ablate 

or modulate expression of a SH, NSI, NS2 or G gene or a 

cis٠acting regulatory sequence·

27. The RSV Of claim 26, wherein the SH gene is

deleted.

28. The RSV of claim 26۶ wherein the NS2 gene is 

reciprocally substituted in position for the SH gene.

29. The RSV of claim 26, wherein the cis-acting 

regulatory sequence is replaced by a heterologous regulatory 

sequence.

30· The RSV of claim 29, wherein the heterologous 

regulatory sequence is a cis_acting regulatory sequence of a 

different RSV gene or of PIV.

31. The RSV of claim 26, wherein the RSV genome or 

antigenome further comprises a gene or gene segment encoding an 

iiunogenic F or G protein region of a different RSV subgroup·

32. The RSV of claim 26, wherein the genome or 

antigenome comprises a chimera of а Ьхжап RSV sequence and at 

least one non-human RSV sequence.

33. The RSV of claim 26, wherein the genome or 

antigenome encodes د human RSV in which a selected gene or gene 

segment is replaced with a counterpart gene or gene segment from 

a heterologous RSV.

34. The RSV of claim 33, wherein the selected gene is 

NSl or NS2 and the counterpart gene is N*

35. The RSV of claim 26, wherein the RSV genome or 

antigenome further comprises a nucleotide sequence of a non-RSV 

molecule selected from a cytokine, a T—helper epitope, a

SUBSTITUTE SHEET (RULE 26)



wo 98/02530 PCT/US97/12269 ٣

210

4

5

6

1

2

3

1

2

1

2

3
4

5

6

7

8

1

2

3
4

5

6

1

2

1

2

1

2

1

2

restriction site marker, or a protein of a microbial pathogen 

capable of eliciting a protective immune response in a mammalian 

host.

36. The RSV of claim 26, which further comprises a 

gene or gene from PIV replacing a corresponding gene or gene 

segment of RSV.

37. The RSV of claim 36, wherein the PIV gene or gene 

segment encodes HNorF glycoprotein of PIVl# PIV2, or PIV3٠

38٠ An isolated infectious RSV particle which 

comprises a recombinant RSV genome or antigenome, a major 

nucleocapsid (N) protein, a nucleocapsid phosphoprotein (p), â 

large (L) polymerase protein, and a RNA polymerase elongation 

factor, wherein the RSV genome or antigenome is modified by a 

termination codon introduced within a selected gene, or by a 

change in sequence, position, or presence of a GS or GE 

transcription signal relative to the selected gene.

39. A method for stimulating the immune system of an 

individual to induce protection against respiratory syncytial 

virus, which comprises administering to the individual an 

iiunologically sufficient amount of the isolated attenuated 

recombinant RSV of claim 1, 26 or 38 in a physiologically 

acceptable carrier、

40. The method of claim 39۶ administered in a dose of 
ل0ت  to ل0ة  PFU of the attenuated RSV.

41. The method of claim 39, wherein the attenuated 

RSV is administered to the upper respiratory tract.

42. The method of claim 39, wherein the attenuated 

RSV is administered by spray, droplet or aerosol.

43. The method Of claim 39, wherein the attenuated 

RSV is administered to an individual seronegative for antibodies

SUBSTITUTE SHEET (RULE 26)



WO 98/02530 PCT/US97/12269

211

3

4

1

2

3

4

1

2

1

2

3

1

2

3
4

5

6

フ
8

9

10

11

1
2

1

2

3
4

5

6

to RSV or possessing transplacentally acquired maternal

antibodies to RSV.

44. A vaccine to induce protection against RSV, which 

comprises an iiunologically sufficient amount of the isolated 

attenuated recombinant RSV of claim 1, 26 Or 38 in a

physiologically acceptable carrier.

45. The vaccine of claim 44, formulated in a dose of 
.PFU Of the attenuated RSV ةto 10 ت10

46. The vaccine of claim 44, formulated for* 

administration to the upper respiratory tract by spray, droplet 

or aerosol.

47٠ A composition which comprises an expression 

vector comprising an isolated polynucleotide molecule encoding a 

RSV genome or antigenome having at least two attenuating 

mutations, at least one of the mutations specifying a

temperature-sensitive substitution at amino acid Phe52!f 01/ ل٦33ل  

علآ٢ل32ا rااخجلشم6۵ ٠  in the RSV polymerase gene or a temperature— 

sensitive nucleotide substitution in the gene—start sequence of 

gene Μ2, and one or more expression vector which comprises one 

or more polynucleotide molecules encoding N, p, L and RNA 

polymerase elongation factor proteins of RSV, whereby upon 

expression an infectious RSV particle is produced.

48٠ The composition Of claim 47, wherein the 

infectious RSV particle is a virus.

49٠ A method for producing an infectious attenuated 

RSV particle from one or more isolated polynucleotide molecules 

encoding said RSV, comprising:

cOexpressing in a cell or cell-free lysate the 

expression vectors of claim 47, thereby producing said 

infectious RSV particle*
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50. The method of claim 49, wherein the RSV genome or 

antigenome and the N, P, L and RNA polymerase elongation factor 

proteins are expressed by two or more different expression 

vectors.

51. The method of claim 49, wherein the RSV wherein 

the genome or antigenome is modified to ablate or modulate 

expression of a SH, NSl, NS2 or G gene or a cis-acting 

regulatory sequence.

52٠ The method of claim 51, wherein the SH gene is

deleted.

53. The method of claim 51۶ wherein the NS2 gene is 

reciprocally substituted in position for the SH gene.

54٠ The method of claim 51, wherein the cis-acting 

regulatory sequence is replaced by a heterologous regulatory 

sequence，

55٠ The method of claim 54, wherein the heterologous 

regulatory sequence is a cis-acting regulatory sequence of a 

different RSV gene or of PIV,

56٠ The method of claim 51, wherein the RSV genome or 

antigenome further comprises a gene or gene segment encoding an 

iiunogenic F or G protein region of a different RSV subgroup.

57. The method of claim 51 ۶ wherein the genome or 

antigenome comprises a chimera of a human RSV sequence and at 

least one non-htnnan RSV sequence.

58. The method of claim 51, wherein the genome or 

antigenome encodes a human RSV in which a selected gene of gene 

segment is replaced with a counterpart gene or gene segment from 

a heterologous RSV.
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59. The method of claim 51, wherein the RSV genome or 

antigenome further comprises a nucleotide sequence Of a non—RSV 

molecule selected from a cytokine, a T-helper epitope, a 

restriction site marker, or a protein of a microbial pathogen 

capable of eliciting a protective iiune response in a naialian 

host.

60. The method of claim 51, wherein the RSV genome or 

antigenone further comprises a PIV gene or gene segment encoding 

HNorF glycoprotein of PIVl, PIV2r or PIV3٠

61. An RSV strain selected from cpts RSV 248 (ATCC VR 

2450), cpts 248/404 (ATCC VR 2454》，cpts 248/955 (ATCC VR 2453)تم 

cpts RSV 530 (ATCC 2452), cpts 530/1009 (ATCC VR 2451), or 

cpts 530/1030 (ATCC VR 2455).

62. An RSV strain selected from BI cp52/2B5 (ATCC VR 

2542) or Β_1 Φ-23 (ATCC VR).

SUBSTITUTE SHEET (RULE 26》



wo 98/02530 PCT/US97/12269

ح
ؤ
ؤ

ج
١
ا

)

0ك
ق
 
э
/
т٦
<
д
 
L
o
 
5

〇2

つ٦ 
Ш
Х
Н
 
Z
I
 

ق
0_
>ب
ت
ى
1

سع

SUBSTITUTE SHEET (RULE 26》



wo 98/02530 PCT/US97/12269

M
z2

s
 

1

/////
/
/
ك

7
.  

٩
EJ

qJl /I  

,,,,١ 

、

、

、

Ί

 
ي

 

6
ς
ς

٢١
.

،ة؟

9

山
人2٥٩ᄃ

ت
ح
ج

٦

 

١
 
؟

乙乙므

1
11
5日

,

'  
3
1

1—1

ىب

<
ىى
٤

 

1 

и

ج

•

ب，
ى
ى
ا
ً

ئ
ن
ب
ى
 

I
H
E
D

C□

¡  

ىلة
|'2

||ê
 

I
I 、ص>ع 

、

ع
四 

、
、

/

 ا

/

ل»

治
呵 

-xim 

''

一
 

د١
—!—

—■
ض

J
a
p

a'
lull 
C

JaloEOJd

f^

6
؟
Ll 

6
0
O
L

١υ
ΐ

г
 
.
ح0

S
V
N 든-!-د؟

SUBSTITUTE SHEET (RULE 26)



wo 98/02530 PCT/US97/12269

ى2٦

ىى

1

被

ل—

دن

«

ت
ى
ق

_
<
«
«

0ل

للنت

<

نن
_<

دتن

«١
دد
<
>ى
نن
0
د
«
0
٦ت
«
-

>ن
ن

S3

 

جح

.yu
3
6
J
a١
u!

6
ς
ς

Γ١

«
<

з
э

ة1
ق

ى
د

<

د

«

«

ن

!
0
<

نه

«

تتن

«

نن
<

ىت
<
0

نى

«
<
«

ن
<
0٦
<_
_اد

دهت

<
ن

胃أل

<
«
«
تت

3
I
U
9
D
J
9 ١

.Ç

ئ
\
ى

I
I
O
C

3
◦
 
3

11
٩ح

ن

|
آلى

«

ة
<
ة

<
«

ىىىىى

-
>د
ى
«
ى

<
|
<

هت
<

ق
ت

0
<
0
ى
«

ت
ت

1

<٠・・

.

・
・
・
・

'.
・

'
'

・

٠・・
٠
'

・

٠
・

 
・

'.
'.・

 
・

 
・

 ・
・

.
・

 
・

٠
٠٠
٠

t
o
 

一
 

s
o
 
Z
 

3
!
U

<U5
J
3١U! N/2SN

 

\

Ш
◦
 

g-.

cng
l
 

Y
M

N

.
ح0

SUBSTITUTE SHEET (RULE 26》



wo 98/02530 PCTZUS97/12269

o
g.çl 

呂야

一
 
0

呂

1؟
 

000
ة 1

§
아
1 

000아

 

0006

 

0
0
0

00٥
§.
Γ١.o
g.g
§
٠
ς

0
0

٠ج
§٢

◦

٠.0

§.ح
ح

Ò  
٦\

<

寸 

٠
|ى
ك

SUBSTITUTE SHEET《RULE 26)



wo 98/02530 PCT/US97/12269

ح/
5

SUBSTITUTE SHEET (RULE 26)



PCT/US97/12269wo 9802530

/2

ىل

9
Ç
<

ι-ς<

9-ç
<

г٠

٠ى
^
 
ا0
 

آلن،م

^
رى
ن٠

 

。。

جا

اه
آل
(
حخ

。—
) 

9ل
ح

snjl

s.

ا�
ال 
ا٠
١٧

ةجأل

、

S
3١!s
-
o
f
ç
&
l
f
ç٥

최
ةأل

ج
،

α
υ
\
 
α
υ

d٠

SUBSTITUTE SHEET (RULE 26)



wo 98/02530 PCT/US97/12269

/21

.и 

·
i
v
3
Í
V
V
V
3
3
3
3
3
3
v
v

í=v
<cv
v
v

t=v
!=3
v
i
v
-
 

-
O

E

X

¡ئ

—

بب
<

ةببحىةىبىهح

...

٠
خ

0

1

—

5

¡ 

..

ىبههىهبىبى

<

هببب

«

هببىهىئهبىههبهىببب

«
ىه

— 

i  

كأل
٠
|

>ب
ن

إ

 

ة
ا

|

«

<

جل

«
«

ةبىىىننالبى

«
ه
«
<

ىى
..٠

 ̂

ى

أ

-
O
E
X

L

_
_
_
_
_
_
_
_
_
_
_
_
_
_
_
_
_
_
_
_
_
_
_
_
_

誦

.yE
o
u٠
U
D

I—■
s
L
/
g
s

9

ج
ق

SUBSTITUTE SHEET (RULE 26》



wo 98/02530 PCT/US97/12269

٦ح/

|ى
ك

SUBST^UTE SHEET (RULE 26》



wo 98/02530 PCT/US97/12269

<
g
3

—

!١U
D

oog
s
/
9۶
G

1 

ق
 
L

 ,ىا¡
w 

 ل

N  

|ح
ج

ê

٠
〇
こ

SUBSTITUTE SHEET (RULE 26)



wo 98/02530 PCT/US97/12269

10/21

؟0عق ٣٦ جم س٣ت

سلللل
Θ ة

SUBSTITUTE SHEET (RULE 26)



wo 98/02530 PCT/US97/12269

11/21

FIG. 9Α

gen. gen.

MI

gen.-

F

3

Μ2
نجا3 2

一 7٠46

qen٠٠

·■·.·.·:-:■ب·· ·:·ن·.· .'·:■/'，١.·.·٠，..+٠...-..··■·..
.»■.·,/·ب■.·.·.■. •.٠٧٠٠٠٠· .·.ورا··· .···.· ·

١ ج١ر ١١۶٠٧ ١

رص IЛМ٠٠ح٠ك|
ح >ب ; �تم

.-·٠.٠.ي٠. .·٠·.٠·٠.·.·.·٠.·.٠٠'٠٠,■. ■-•٠٠٠٠ ··,··>·. ١ ■·
. ١.·.٠··..·٠".··'·٠··١_·١··'·٠.·,·٠·.^:٠٠ ··..ν

-4.40 F-M2i ：ΙιΙ^Ι.. .تم· 구 خجهههغق··..··. ...·■(._..···. .٠١ . II<نم١| م - 2.37
؛ ٦٧٦١; ر; 、م'"٠١ 'ثم ١ ١

-1.35
اص.

٢٩.ك.كذلك^|^^|.：ح：

Μ2κ

：5|Silaeg»«gSgsi|agv：■
■ ·;' ;٠;|٦لأب

^^圈٠困^趣超@^^题狡

٠0ع4

٠؛٠ةة

7.46

2.37

1.35

0ق4

SUBSTITUTE SHEET (RULE 26》



wo 98/02530 PCT/US97/12269

١г/г١

FIG. 9Β

дел.
7.46
4.40

0.24

SUBSTITUTE SHEET (RULE 26》



wo 98/02530 PCTZUS97/12269

FIG.
8

1د/21

11
ΗΕρ-2 cels

7

6
mean Log٦0 

PFU/ml
5

ل

FIG.
٦

О 24 48 72 96 120 144
HOURS POST INFECTION

12
CELLS ل29

6

5
mean Logio 

PFU/ml
4

د

2
0 12 24 56 48 60 72 84 96

HOURS POST INFECTION

SUBSTITUTE SHEET (RULE 26》



wo 98/02530 PCT/US97/12269

14/21

FIG. 13

FIG. 14



wo 98/02530 PCT/US97/12269

15/21

mean
PFU/g

FIG. 15

FIG. 16
The SH-minus mutant has a steeper gradient of ١١ 

polar transcription )

Relative mRNA abundance: SH-minus/wild type

M G F Μ2 L ؛

1.1 1 ٠ة 0.61 0.32 0.17 ؛

Positions of genes in 3 ا-5ا  map 

5 6 7 10
WT: 5 -M-SH-G-F-M2—L 

5 6 9
SH-minus: 5'-M----G-F-M2-L

I/
SUBSTITUTE SHEET (RULE 26)



wo 98/02530 PCT/US97/12269

M
z

SUBSTITUTE SHEET (RULE 26》



wo 98/02530 PCT/US97/12269

؟

2
9

寸

00
ك"▼

ا
ى

SUBSTITUTE SHEET (RULE 26》



wo 98/02530 PCT/US97/12269

18/21

FIG. 19

,VIRUS TITER 
(log PFU/ml)

GROWTH CURVE OF NS2 KNOCKOUT VIRUSES

FIG. 24

,VIRUS TITER 
(log PFU/ml)



wo 98/02530 PCT/US97/12269

٦V
N
3
I
S

ج 
ه
Ш
2
Ш
0
 
2
S
N
 

>ك
2
ص_ى

 Q
N3

 
Ш
2
Ш
0
 
Γ
ω
ζ

и
٣0

Ο
Ν

|ى
ك

SUBSTITUTE SHEET <RUt_E 26)



wo 98/02530 PCT/US97/12269

ل
'2همثا

كال
0 

2
SN

ذقل
8
2
9
 

ع8

ء
ى

P
9-
DI
SU
DJ ١U

O
U

٢—SN

▼-
乙

|ى
ك

SUBSTITUTE SHEET (RULE 26)



wo 98/02530 PCT/US97/12269

/2121

(

اج
-
13
'

ج
г-

^!
<с:

٠
 ■
 ٠
 

د
ة

 

ن
ت
<
 
<

ت
ن
 

ت
ن

<
 

S
卜

S

 

I

 

Ώ

<

ت
<
==(ى
<
 
<
ىن

 

I

ج

<

〇〇
寸

◦

=53 
§

 
I
 
٠ς 

.

؟إ
寸

с
г
 
٠0
ح

SUBSTITUTE SHEET (RULE 26》



INTORNAnONAL SEARCH REPORT I Interr nal Appftoalion No 

PCT/٧S 97/12269
A. CLASSIFICATION OF SUBJECT MAUER
IPC 6 C12N7/O4 C12N7/O1 Α61Κ39/155 C12N15/45 C12N7/Q◦

According to International Patent Classification (؛PC》o to both national classification and ،PC

B. FIELDS SEARCHED

Minimum documentation searched (classification system followed by classification lymbols)
IPC 6 C07K C12N Α61Κ

Documentation searched other than mimm documentation to the extent that such documents are included in the fields searched

Eteotronic data base consulted during the international »earch (name ٠r data base end，where practical, search term» used)

c. DOCUMENTS CONSIDERED TO BE RELEVANT

Category。 Citation of document with indication^ where appropriate,。"he relevant рамадев Relevant to。■aim No.

X wo 93 21310 A (AMERICA HOME PRODUCTS
CORPORATION ET AL.) 28 October 1993 
see claims 11，20

·،··

61

Further documents are tilted in the continuation of box c. |xj Patent family menien are listed in annex إ/1

9 Special categories of ٠^ed documents : ....
T later dooument fM)bl»h٠d after the intemationaJ filing date. ٠.」 ع د ..ع ع ،عط دط٠·ط د  or priority dat، and not in conflict with the аррИюп but

A dooumentdefinnigthegeneraJst^eofthe artwhichisnot ctodtounderitandtheprindptoortheary undedying№e
considered to be of partioutar relevance invention

ΐ ·¡t٢t٠u^ntb^publieh٠donorafte٢the international -χ- document of particular relevan»;»!« claimed invention
٠؛٠ ing ٥٥؛٠  cAnnot b٠ conudered novel or oeinnot b٠ comidered to

·I· document which may throw doutrt■ on priority claim(·) or involve ал inventive step when th٠ document i» token atone
which IB cited to Htablilh th٠ publication date ΟΪ another ٠٧" invention
ein or other ٠p٠àalrei(ai specified) cannot be considered to involve an inventive itepwhen the

Ό" document referring to an oral disolosure, use, exhibition or document آ· oombined with on· or more other stich docu-
other means ment», such combmation being obvious to ٥ penon «killed

·p· document published prior to the international fittng date but intheert.
later than the pnanty date claimed ·&· document member of th٠ вате patent family

Date of the aotual oompletion of theinternational search

19 November 1997

Date of mailing of the international ٠ear٥h report

12. ة�7
Name and mailing addreuofthe ISA

European Patent Office, Ρ.Β. 5818 Patentlaan 2
NL • 2280 HV Rijewijk

Tel. (+31-70) 340-2040, Tx. 31 651 eponl,
Fax: (+31-7340.301 (ة¿

Authorized offioer

Ryckebosch， A

Form PCT/ISA/210 (second sheel> (July 1992)

page 1 of 3



INTERNATIONAL SEARCH REPORT Interr nal Application No ▼

PCT/US 97/12269
C.(C٠nHnuati٠n> DOCUMENTS CONSIDERED TO BE RELEVANT

Category ٠ Citation 0< document, with indication, where appropriate，of th٠ relevant passages Relevant to claim No.

A P.L. COLLINS ET AL·: "PRODUCTION OF 
INFECTIOUS HUMAN RESPIRAT■ SYNCYTIAL
VIRUS FROM CLONED cDNA CONFIRMS AN
ESSENTIAL ROLE OR THE TRANSCRIPTION 
ELONGATION FACTOR FROM THE 5' PROXIMAL
OPEN READING FRAME OF THE Μ2 mRNA IN GENE 
EXPRESSION AND PROVIDES A CAPABILITY OR 
VACCINE DEVELOPMENT."
PROCEEDINGS OF THE NATIONAL ACADEMY OF 
SCIENCES OF USA，
vol. 92， December 1995, WASHINGTON US，
pages 11563-11567， ΧΡΟΟ2Θ47453
cited in the application
see page 11566， left-hand column, line 29
- page 11567，！—ght-hand column，line 16

1-6Θ

A M٠ CONORS ET AL.: ：Ã COLD-PASSAGED， 
ATTENUATED STRAIN OF HUMAN RESPIRATORY 
SYNCYTIAL VIRUS ■TAINS MUTATIONS IN THE
F AD L GENES·"
VIROLOGY.，
vol. 208， - 1995 NEW YO K， Ν.Υ., US， 
pages 478-484, ΧΡΘ02Θ47454 
cited in the “plication 
see the whole document

1-60

Ρ.Α WO 97 12032 A (THE gSvERNMENT of the
UNITED STATES ÓF AMERICA) 3 April ・ 
see page 4» line 15 - page 6٠ line 7; 
claims
see page 16٠ line 10 - page 19, line 34; 
examples Ιΐί，，ΐν

1-60

P，A C.-Y. F RESTONE ET AL.: "NUCLEOTIDE
SEQUENCE ANALYSIS OF THE RESPIRAT^ 
SYNCYTIAL VIRUS SUBGROUP A COLD-PASSAGED 
(cp) TEMPERATURE SENSITIVE (ts) 
cptS-248/404 LIVE ATTENUATE¿ VIRUS VACCINE
CA DIDATE."
VIROLOGY.，
vol. 225， no. 2， 15 November 1996， NEW
Y0RK٠ Ν.Υ., US,
pages 419-422, ΧΡΘΘ2047455
。ted in the Application

1-0

X see the whole document

十-

61

Form PCT'ISA/210 (continuation ol second sheet) (Juty 1θ92)

page 2 of 3



INTERNATIONAL SEARCH REPORT I Inlen nal Application No

PCT/US 97/12269
C.(C٠n(tnuatïon) TOCUMENTS CONSIDERED TO BE RELEVANT

Category■» Citation of document, with ínàoati٠n٠wher٠ appropnate, of the relevant passages Relevant to claim No·

P١A J.E. CROWE， JR. ET AL.: "ACQUISITION OF
THE ts PHENOTYPE BY A CHEMICALLY
MUTAGENIZED COLD-PASSAGED HUMAN
RESPIRATORY SYNCYTIAL VIRUS VACCINE
CANDIDATE RESULTS ROM THE ACQUISITION OF
A SINGLE MUTATION IN THE POLYMERASE (L)
GENE."
VIRS GENES，
VO. 13， no: 3， 1996， BOSTON， MA， US， 
pages 269-273, ΧΡ0Ο2047456 
died in the application

1-6Θ

X see the whole document 61

Foffp PCT/ISA/210 {continuation of second sheet) {JuJy 1992)

page 3 of 3



INTERNATONAL SEARCH REPORT
،r. lational application No. 

PCT/US 97/12269

Boxا Observations where certain claims were found unsearchable (Continuation of item 1 of first sheet)

This International Search Report has not been established in respect of certain claims under Article 17(2)(a) for the following reasons:

١H Claims Nos،:
because they reíate to subject matter not required Io be searched by this Authority, nameiy:

see FATHER INFORMATION sheet PCT/ISA/210

2. I I Claims Nos.:

because they relate to parts of the international Application that do not comply with the prescribed requirements to such 
an extent that no meaningful International Search ¿an be carried out, specificaity:

3.
□ claims Nos.:

because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a).

Box « Observation® where unity of invention is lacking (Continuation of item 2 of first sheet)

This International Searching Authonty found multiple inversons in this international application，as follows:

1. I I As all required additional search fees were timely paid by the applicant, this International Search Report covera كا  
L」searchaUe claims.

٢ ٦ ج .2  ail searchable cfaims could be searched without effort justifying an additional fee, this Authority did not invrte payment 

of any additional fee.

3. I I Аз only some of the required additional search fees were timely paid by the applicant, this International Search Report 
し一ل covert only «lose claims for which fees were paid，specifically claims Nos. :

4. I ا N٠ required additional a٠٩rch fees were timely paid by the applicant· Consequently· this Internationa» Search Report is 
restncted to the invention first mentioned in the claims; it 18 covered by claim¿ N03■ :

Remart《 on Protest □

□

The additiona( search fees were accompanied by the applicant's protest.

N٠ protest accompanied the payment of additional search fees.

Form РСТЛБА/2Ю (continuation of first sheet ⑴)(July 1992)



INTERNATIONAL SEARCH REPORT
International Application No. PCT/US 97/12269

FURTHER INFORMATION CONTINUED FROM РСТ/ISA/ 210

Remark : Although claims 39-43 are ç"reç:ted t。a method of treatment of 
the human/ammal body ， the search has been carried out and based on the 
alleged effects of the compound/composition.



INTERNATIONAL SEARCH REPORT
interne al Application N٥

Inlormation on patent family members
PCT/US 97/12269

Patent document Pubication Patent family Publication
cited in search report dat© тетЬег(з) date

wo 9321310 A 28-10-93 AU 4290793 A 18-11-93
CA 2118509 A 28-10-93
EP 0640128 A 01-03-95
HU 69992 A 28-Θ9-95
IL 105456 A 05-12-96
JP 7505891 T 29-06-95
MX 9302278 A 29-07-94
NZ 252857 A 24-06-97
PL 172087 B 31-07-97
ZA 9302766 A 0-10-94

WO 9712032 A 03-04-97 AU 7119296 A 17-04-97

Form PCT/ISA/210 (patent 1 amity annex) <1992 1 نبى٧ )


