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COMPOSITIONS AND METHODS FOR DENGUE VIRUS CHIMERIC
CONSTRUCTS IN VACCINES

PRIORITY

[0001} This PCT Application claims priority to U.S. Provisional Application No. 61/800,204
filed March 15, 2013. This application is incorporated herein in its entirety by reference for
all purposes.

FEDERALLY FUNDED RESEARCH

[0002] Some embodiments disclosed herein were supported in part by grant number R43
AT084291-01 from the National Institutes of Health. The U.S. Government may have certain
rights to practice the subject invention.

FIELD

[0003] Embodiments herein report compositions, methods, uses and manufacturing
procedures for dengue virus constructs and vaccine compositions thereof. Some
embodiments concern a composition that includes, but is not limited to, chimeric flavivirus
virus constructs that alone or in combination with other constructs can be used in a vaccine
composition. In certain embodiments, compositions can include constructs of more than one
serotypes of dengue virus, such as dengue-1 (DEN-1) virus, dengue-2 (DEN-2) virus,
dengue-3 (DEN-3) virus and/or dengue-4 (DEN-4) virus. In other embodiments,
manufacturing strategy that can improve the safety and genetic stability of recombinant live-
attenuated chimeric dengue vaccine (DENVax) viruses. Certain embodiments include at least
one live, attenuated dengue virus in combination with dengue virus chimeric constructs
identified to be both safe and effective in vaccine compositions where the constructs have
undergone additional passages in cell cultures. BACKGROUND

[0004] Infection with dengue virus can lead to a painful fever of varying severity. To date,
four serotypes of dengue virus have been identified: dengue-1 (DEN-1), dengue-2 (DEN-2),
or dengue-3 (DEN-3) in combination with dengue-4 (DEN-4). Dengue fever is caused by
infection of a dengue virus. Other subtypes may be discovered in the future (e.g. DEN-5),
Dengue virus serotypes 1-4 can also causc dengue hemorrhagic fever (DHF), and dengue
shock syndrome (DSS). The most severe consequences of infection, DHF and DSS, can be
life threatening. Dengue viruses cause 50-100 million cases of debilitating dengue fever,
500,000 cases of DHF/DSS, and more than 20,000 deaths each year. To date, there is no
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effective vaccine to protect against dengue fever and no drug treatment for the disease.
Mosquito control efforts have been ineffective in preventing dengue outbreaks in endemic
areas or in preventing further geographic spread of the disease. It is estimated that 3.5 billion
people are threatened by infection with dengue virus. In addition, dengue virus is a leading
cause of fever in travelers to endemic areas, such as Asia, Central and South Americe, and
the Caribbean.

[0005] All four dengue virus serotypes are-endemic throughout the tropical regions of the
world and constitute the most significant mosquito-borne viral threat to humans in tropical
regions, worldwide. Dengue viruses arc transmitted to humans primarily by Aedes aegypti
mosquitoes. Infection with one dengue virus serotype results in life-long protection from re-
infection by that serotype, but does not prevent secondary infection by one of the other three
dengue virus serotypes. In fact, previous infection with one dengue virus serotype leads to an
increased risk of severe disease (DHF/DSS) upon secondary infection with a different
serotype. The development of an effective vaccine represents an important approach to the
prevention and control of this global emerging disease. Multiple immunizations make
complete vaccine coverage difficult both for public health efforts in dengue virus endemic
countries as well as travelers.

SUMMARY

[0006] Embodiments herein concern compositions, methods and uses of chimeric dengue
virus constructs. In some embodiments, a composition can include chimeric dengue virus
constructs having an attenuated dengue virus backbone with structural genes from at least one
other dengue virus serotype. Other embodiments concern at least one live, attenuated virus in
combination with one or more chimeric dengue viruses. Other embodiments can include a
composition of chimeric dengue viruses having a modified DEN-2 backbone (e.g. PDK-53 as
a starting backbone in P1 (passage-1) and passage variability (after passage and growth in
vitro on a permissive cell line) as indicated for P2, P3,...P8..P10 etc.) and one or more
structural components of DEN-1, DEN-2, DEN-3 or DEN-4. In other embodiments, an
immunogenic composition is generated where when introduced to a subject, the composition
produces an immune response to one or more dengue viruses in the subject. Therefore,
constructs contemplated herein can be generated and passaged in vitro, and each of the
passages provides an attenuated dengue virus contemplated of use in a pharmaceutically
acceptable vaccine composition. In certain embodiments a live, attenuated virus can be a
live, attenuated dengue-2 virus alone or in combination with one or more chimeric dengue

virnses.
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[0007] In certain examples, chimeric dengue virus constructs of dengue virus serotypes can
include passage 7 (P7) live, attenuated viruses or chimeric viruses having nucleic acid
sequences identified by SEQ ID NOS: 1, 4, 7 and 10 or polypeptide sequences indicated by
SEQIDNOS: 2,3,5,6,8,9, 11 and 12, It is contemplated herein that any of the passages
for any of the live, attenuated viruses described herein can be used in an immunogenic
composition to induce immune responses to the represented dengue viruses (e.g. serotypes 1-
4). In accordance with these embodiments, an immunogenic composition that includes a P-8
isolated live, attenuated virus can be administered to a subject to induce an immunogenic
response against one or more dengue virus serotypes depending on the construct selected. In
addition, a live, attenated virus can be combined with one or more of these chimeric viruses.
This is contemplated for each of the live, attenuated viruses isolated/produced in each
subsequent cell passages (e.g. African Green Monkey Vero cell production, hereinafter: Vero
cells). It is contemplated herein that any cell line (e.g. GMP-produced cell bank, FDA or
EMA-approved) capable of producing dengue viruses is of use to passage any of the viral
constructs at a manufacturing scale or as appropriate contemplated herein for subsequent use
in a vaccine or immunogenic composition against Dengue virus.

[0008} In other embodiments, compositions contemplated herein can be combined with other
immunogenic compositions against other Flaviviruses such as West Nile virus, Japanese
encephalitis or any other flavivirus chimeric construct and/or live, attenuated virus. In certain
embodiments, a single composition can be used against multiple flaviviruses..

[0009] In certain embodiments, an immunogenic composition of the present invention can
include chimeric dengue viruses against one or more of DEN-1, DEN-2, DEN-3 and/or DEN-
4, alone or in combination with a live, attenuated dengue virus composition,

[00010] In other embodiments, a construct can include a construct having adaptive
mutations in the structural or non-structural regions of the virus that increase growth or
production without affecting attenuation or safety of the virus when introduced to a subject.
In certain embodiments, any of the contemplated chimeric dengue virus constructs can
include a live, attenuated DEN-2 virus having specific mutations used as a backbone where
the live attenuated DEN-2 PDK virus further includes structural proteins of one or more of
prM (premembrane) and E (envelope) structural proteins of the other dengue virus serotypes.
Tn addition, a DEN-2 backbone c¢an include additional mutaticns in order to increase
production of or enhance the immune response to a predeterming composition in a subject

upon administration (e.g. chimeric Dengue virus 2/1, 2/3 or 2/4).



[00011] In some embodiments, structural protein genes can include prM and E genes
of DEN-1, DEN-2, DEN-3 or DEN-4 on a DEN-2 backbone having one or two mutations that
are part of a live, attenuated dengue virus. For example, a dengue construct, in certain
embodiments can include those constructs termed DENVax-1-A, DENVax-2-F, DENVax-3-
F, and DENVax-4-F (see Example section) where the DEN-2 backbone has one or more
mutations (e.g. not found in the P1 or other previous passaged virus or PDK-53) from the
DEN-2 live, attenuated virus previously demonstrated to be safe and effective to induce an
immune response. The DEN-2 live, attenuated virus of the instant application is an improved
version of the originally used DEN-2 live, attenuated virus. A chimeric construct of the
instant disclosure can include a modified attenuated DEN-2 PDK-53 backbone, having one or
more structural proteins of the second dengue virus serotype wherein the structural proteins
can include additional mutations to increase an immunogenic response to the chimeric
construct. In some embodiments, certain mutations acquired by attenuated DEN-2 PDK-53
can produce a conservative amino ackl change or not in a constructs different from the P1
construct which can result in desirable traits for production etc.

[00012] In other embodiments, a live, attenuated DEN-~2 genome can be used to
generate constructs of dengue virus serotype 1 (DEN-1) and dengue virus serotype 3 (DEN-
3), dengue vitus serotype 4 (DEN-4) where one or more structural protein genes of the DEN-
2 viral genome can be replaced by one or more structural protein genes of DEN-1, DEN-3 or
DEN-4, respectively. In some embodiments, a structural protein can be the C, prM or E
protein of a second dengue virus. In certain embodiments, structural protein genes include
the prM and E genes of DEN-1, DEN-3 or DEN-4. These hybrid viruses express the surface
antigens of DEN-1, DEN-3 or DEN-4 while retaining the attenuation phenotypes of the
parent attenuated DEN-2,

[00613] Constructs disclosed herein can include chimeric constructs of DEN-4, DEN-2,
DEN-1, and DEN-3 expressing surface antigens of DEN-1, DEN-3 and DEN-4 using

attenuated DEN-2 virus as a backbone.

[0013a] In one aspect, there is provided a nucleic acid chimera comprising a nucleic
acid sequence encoding a polypeptide comprising a dengue-1/dengue-2 chimera comprising a
nucleic acid sequence represented by SEQ ID NO:1 (Pre-master), SEQ ID NO3: (MVS),
SEQ ID NOS5 (WVS): SEQ ID NO:7 (BVS) or a combination thereof.



[0013b] In one aspect, there is provided a nucleic acid dengue-1 chimera comprising
nucleic acid sequences represented by SEQ ID NO:7 encoding a mixture of species
containing nucleotides C or G at nucleotide position 2384 which encodes a mixture of dengue

viral species containing amino acids Gly and Ala at amino acid position 483.
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[0013¢] In one aspect, there is provided a polypeptide molecule encoded by a nucleic
acid sequence encoding a dengue-1/dengue-2 chimera represented by SEQ ID NO: 2 (Pre-
master), SEQ ID NO:4 (MVS), SEQ ID NO:6 (WVS), SEQ IDNO.:8 (BVS)ora
combination thereof.

[0013d] In one aspect, there is provided a live, attenuated dengue-1 chimeric virus
comprising one or more polypeptide sequences encoded from one or more nucleic acid
sequences comprising SEQ ID NO:1 (Pre-master), SEQ ID NO:3: (MVS), SEQ ID NO:5
(WVS): SEQ ID NO:7 (BVS) or a combination thereof, wherein one or more of the nucleic

acid sequences are encapsidated.
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[0013¢] In one aspect, there is provided a vector encoding a nucleic acid sequence as defined
herein.

[0013£] In one aspect, there is provided an isolated cell comprising the nucleic acid sequences
as defined herein.

[0013g] In one aspect, there is provided a pharmaceutical composition comprising at
least one nucleic acid chimera as defined herein, and a pharmaceutically acceptable excipient.
0013h] In one aspect, there is provided a pharmaceutical composition comprising at least one
polypeptide molecule as defined herein, and a pharmaceutically acceptable excipient.

[0013i] In one aspect, there is provided a kit comprising at least one nucleic acid sequence as
defined herein; or at least one polypeptide sequence as defined herein or at least one

composition as defined herein; and a container.

[00014] In certain embodiments, compositions of the instant disclosure can include a
composition that comprises a single chimeric dengue virus construct disclosed herein and a
pharmaceutically acceptable carrier or excipient. Alternatively, compositions of the instant
disclosure can include a composition that comprises two or more, or three or more chimeric
dengue virus constructs disclosed herein, and a pharmaceutically acceptable carrier or
excipient. In accordance with these embodiments, a one or more dengue virus chimeric

constructs contemplated herein can be combined with one or more, live attenuated dengue
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viruses. In certain embodiments, a live, attenuated virus can be a live, attenuated DEN-2 virus wherein
additional mutations-in-the NCR, NS1 regions or other regions increase the immune response, increase
viral growth or other improvement for an improved live, attenuated dengue virus.

[0014a] In one aspect, there is provided an immunogenic composition comprising one or more,
live, attenuated dengue viruses having a nucleotide sequence encoding a dengue virus or dengue virus
chimera represented by SEQ ID NOS. 1, 3, 5, and 7, for a dengue-1/dengue-2 chimera; and a
pharmaceutically acceptable carrier.

[0014Db] In one aspect, there is provided the use of any of the compositions as defined herein in the
manufacture of a vaccine for inducing an immune response to dengue virus in a subject.

[0014¢] In one aspect, there is provided the use of a composition or a nucleic acid sequence or live,
attenuated dengue virus as defined herein in the manufacture of a vaccine for inducing an immune
response to dengue virus in a subject.

[60015] In certain embodiments, the aftenuation loci, nucleotide 5"NCR-57-T, NS1-53-Asp, and
NS83-250-Val, of the DENV-2 vaccine have been previously determined, and all of these changes are
shared by the common PDK-53 virus-specific genetic background of the four DENVax viruses. The
genetic sequence of the three attenuation loci as well as the previously established in vitro and in vivo
attenuation phenotypes of these vaccine candidates were carefully monitored for the cGMP-manufactured
DENVax seeds. This report describes strategies used to generate master virus seeds (MVS) as well as their
genetic and phenotypic characterization of use in the manufacture of dengue virus vaccine compositions.
These MVS can be used for manufacture of clinical materials and ultimately- commercial vaccine supplies.
Brief Description of the Drawings

[00016] The following drawings form part of the present specification and are included to further
demonstrate certain embodiments. Some embodiments may be better understood by reference to one or
more of these drawings alone or in combination with the detailed description of specific embodiments
presented.

[60017] Fig. 1 represents an exemplary chart reflecting an exemplary chimeric construct of the
instant invention, DEN-2/DEN-4 compared to previously generated constructs and wild type dengue
viruses.

[00018] Fig. 2 represents an exemplary histogram plot comparing various responses using a live,
attenuated DEN-2 backbene (with additional mutations) and a second dengue virus serotype as structural
components substituted for the dengue-2 structural components (e.g. DENVax-1 MVS). This plot
illustrates plaque sizes of the DENVax MVS. Wild-type Dengue viruses and previously published
research-grade vaccine candidate viruses were included for control and comparison. This plot illustrates
improved production of the dengue virus constructs compared to control dengue virus chimeric construcis.
[00019] Fig. 3 represents an exemplary histogram plot that represents temperature sensitivities of
DENVax MVS (Master Virus Seed). Wild type dengue viruses and previously published research-grade

vaccine candidate viruses were included for comparison with the MVS grade.
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[00020] Fig. 4 represents an exemplary histogram plot that represents viral growth of
DENVax MVS in C6/36 cells compared to controls. Wild-type dengue viruses and research-
grade vaccine candidate viruses were included for comparison with the DENVax MVS,
[00021] Figs. 5A-5C represent exemplary plots of neurovirulence in newborn mice.
Pooled results of several experiments summarizing the neurovirulence of wt DENV-2 16681
virus in CDC-ICR (#=72) and Taconic-ICR (#=32) newborn mice challenged ic with 10* pfu
of the virus (A). Neurcvirulence of DENVax MVS tested in Taconic-ICR mice with a dose of
10* pfu (B) or 10° pfu (C). The numbers of animals tested per group in one experiment (n=16)
or two pooled experiments (n=31 or 32) are indicated.

[00022] Fig. 6 represents an exemplary histogram illustrating plaque size of the
DENVax MVS, WVS, and BVS. Mean plaque diameters + SD (error bars) of the virus
plaques in Vero or LLC-MK; cells under agarose overlay measured on day 9 pi. Wild type
DENVs and previously published research-grade vaccine candidate viruses were included for
control and comparison.

[00023] Fig. 7 represents an exemplary histogram plot illustrating growth of DENVax
MSV, WVS, and BVS in C6/36cells at two incubation temperatures to verify their retention
of this ir vitro attenuation marker after large scale manufacturing.

[00024] Fig. 8 represents an exemplary histogram plotting restricted growth of
DENVax MVS, WVS, and BVS in C6/36 cells. Mean titers + SD (error bars) of the viruses
replicated in C6/36 cells 7 days pi. The wt Dengue viruses and previously published
research-grade vaccine candidate viruses were included for comparison.

[00025] Figs. 9A-9B represent exemplary graphs of data of neurovirulence of
DENVax MVS in newborn ICR mice. (A) IC inoculations of the virus at dose of 10* PFU. (B)
IC inoculation of the virus at dose of 10° PFU.

[00026] Fig, 10 represents an exemplary chart comparing new live, attenuated viruses

to previously generated live, attenuated dengue viruses.

Definitions
[00027] As used herein, “a” or “an” may mean one or more than one of an item,
[00028] As used herein the specification, “subject” or “subjects” may include, but are

not limited to, mammals such as humans or mammals, domesticated or wild, for example
dogs, cats, other household pets (e.g. hamster, guinea pig, mouse, rat), ferrets, rabbits, pigs,
horses, cattle, prairie dogs, wild rodents, or zoo animals,

160029] As used herein, the terms "virus chimera," "chimeric virus," "flavivirus
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chimera" and "chimeric flavivirus" can mean a construct comprising a portion of the
nucleotide sequence of a dengue-2 virus and further nucleotide sequence that is not from
dengue-2 virus or is from a different flavivirus. A “dengue chimera” comprises at least two
different dengue virus serotypes but not a different flavivirus. Thus, examples of other
dengue viruses or flaviviruses include, but are not limited to, sequences from dengue-1 virus,
dengue-3 virus, dengue-4 virus, West Nile virus, Japanese encephalitis virus, St. Louis
encephalitis virus, tick-borne encephalitis virus, yellow fever virus and any combination
thereof.

[00030] As used herein, "nucleic acid chimera” can mean a construct of the invention
comprising nucleic acid comprising a portion of the nucleotide sequence of a dengue-2 virus
and further nucleotide sequence that is not of the same origin as the nucleotide sequence of
the dengue-2 virus. Correspondingly, any chimeric flavivirus or flavivirus chimera disclosed
herein can be recognized as an example of a nucleic acid chimera.

[00031] As used herein, “a live, attenuated virus” can mean a wild-type virus, mutated
or selected for traits of use in vaccine or other immunogenic compositions wherein some
traits.can include reduced virulence, safety, efficacy or improved growth etc.
DESCRIPTION

[00032] In the following sections, various exemplary compositions and methods are
described. in order to detail various embodiments. It will be obvious to one skilled in the art
that practicing the various embodiments does not require the employment of 2ll or even

some of the specific details outlined herein, but rather that concentrations, times and other
specific defails may be modified through routine experimentation. In some cases, well-
known methods or components have not been included in the description.

[00033] Tn accordance with embodiments of the present invention, there may be
employed conventional molecular biology, protein chemistry, microbiology, and recombinant
DNA techniques within the skill of the art. Such techniques are explained fully in the
literature. See, e.g., Sambrook, Fritsch & Maniatis, Molecular Cloning: A Laboratory
Manual, Second Edition 1989, Cold Spring Harbor Laboratory Press, Cold Spring Harbor,
N.Y.; Animal Cell Culture, R. I. Freshney, ed., 1986).

[00034] Embodiments herein concern compositions, methods and uses for inducing
immune responses against one or more dengue virus serotypes in a subject, individually or
simultaneously. In accordance with these embodiments, attenuated dengue viruses and
nucleic acid chimeras are generated and used in vaccine compositions disclosed herein.

Some embodiments concern modified or mutated dengue constructs or chimeras. Other
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embodiments concern introducing mutations to modify the amino acid sequences of
structural proteins of dengue viruses wherein the mutation increase immunogenicity to the
Virus.

[00035] Live, attenuated dengue viruses of all four serotypes have been developed by
passaging wild-type viruses in cell culture, These are some of the most promising live,
attenuated vaccine candidates for immunization against flavivirus and in particular dengue
virus infection and/or disease. These vaccine candidates have been designated by a
combination of their dengue serotype, the cell line through which they were passaged and
the number of times they were passaged. Thus, a dengue serotype I wild-type virus
passaged in PDK cells 13 times is designated as DEN-1 PDK-13 virus. Other vaccine
candidates are DEN-2 PDK-53, DEN-3 PGMK-30/FRhL-3 (e.g. thirty passages in primary
green monkey kidney cells, followed by three passages in fetal rhesus lung cells and DEN-4
PDK-48). These four candidate vaccine viruses were derived by tissue culture passage of
wild-type parental DEN-1 16007, DEN-2 16681, DEN-3 16562 and DEN-4 1036 viruses,
respectively.

[00036] In certain embodiments, live, attenuated dengue-2 PDK-53 vaccine virus
contained a mixture of viruses, with the population containing varying nucleotide
differences. After genetic characterization of the attenuating mutations, certain attenuating
characteristics were outlined and engineered into a cDNA infectious clone. RNA was
transcribed from this infectious clone and introduced into Vero cells as a passage 1 of the
newly characterized and derived PDK-33-Vero-DEN-2-P 1 virus (see for example, Table
1). This attenuated virus was created for each DEN serotype, but for DEN-1, DEN-3 and
DEN-4, the prM and E genes were engineered into 3 separate cDNA infectious clones, thus
generating four separate PDK-53-Vero viruses (termed herein as: PDK-53-Vero-DEN-2-P 1,
PDK-53-Vero-DEN-1-P 1, PDK-53-Vero-DEN-3-P 1, and PDK-53-Vero-DEN-4-P

1). These attenuated vaccine virus strains were passaged in Vero cells 10 times (Table 1),
and each separate lineage acquired mutations upon their adaptation to grow in Vero cells
(Table 3). Ceriain embodiments here are directed to derivation and uses for these live,
attenuated dengue viruses.

[00037] Previous human clinical trials with these attenuated viruses have indicated
that DEN-2 PDK-53 has the lowest infectious dose (50% minimal infectious dose of 5
plaque forming units or PFU) in humans, is strongly immunogenic, and produces no
apparent safety concerns. The DEN-1 PDK-13, DEN-3 PGMK-30/FRhL-3 and DEN-4

PDK-48 vaccine virus candidates have higher 50% minimal infectious doses of 10,000,
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3500, and 150 PFU, respectively, in humans. Although only one immunization with
monovalent DEN-2 PDK-53 virus or DEN-4 PDK 48 virus was required to achieve 100%
seroconversion in human subjects, a booster was needed to achieve the same seroconversion
rate for DEN-1 PDK-13 and DEN-3 PGMK-30/FRhL-3 viruses, which have the two highest
infectious doses for humans.

[00038] DEN-2 PDK-53 virus vaccine candidate, also abbreviated PDK-53, has
several measurable biological markers associated with attenuation, including temperature
sensitivity, small plaque size, decreased replication in mosquito C6136 cell culture,
decreased replication in intact mosquitoes, loss of neurovirulence for suckling mice and
decreased incidence of viremia in monkeys. Clinical trials of the candidate PDK-53 vaccine
have demonstrated its safety and immunogenicity in humans. Furthermore, the PDK-53
vaccine induces dengue virus-specific T-cell memory responses in human vaccine recipients.
Some embodiments herein describe an improvement on the DEN-2 PDK-53 used in
chimeric constructs disclosed herein.

[00039] Immunogenic flavivirus chimeras having a dengue-2 virus backbone and at
least one structural protein of another dengue virus serotype can be used for preparing the
dengue virus chimeras and methods for producing the dengue virus chimeras are described.
The immunogenic dengue virus chimeras are provided, alone or in combination, in a
pharmaceutically acceptable carrier as immunogenic compositions to minimize, inhibit, or
immunize individuals against infection by one or more serotypes, such as dengue virus
serotypes DEN-1, DEN-2, DEN-3 and DEN-4, alone or in combination. When combined,
the immunogenic dengue virus chimeras may be used as multivalent vaccines (e.g. bi-, tri-
and tetravalent) to confer simultaneous protection against infection by more than one
species or strain of flavivirus. In certain embodiments, the dengue virus chimeras are
combined in an immunogenic composition useful as a bivalent, trivalent or tetravalent
vaccine against the known dengue virus serotypes or confer immunity to other pathogenic.
flaviviruses by including nucleic acids encoding one or more proteins from a different
flavivirus.

[00040] In some embodiments, avirulent, immunogenic dengue virus chimeras
provided herein contain the nonstructural protein genes of the attenuated dengue-2 virus
(e.g. PDK-53), or the equivalent thereof, and one or more of the structural protein genes or
immunogenic portions thereof of the flavivirus against which immunogenicity is-to be
induced in a subject. For example, some embodiments concern a chimera having attenvated

dengue-2 virus PDK-53 genome as the viral backbone, and one or more structural protein
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genes encoding capsid, premembrane/membrane, or envelope of the PDK-53 genome, or
combinations thereof, replaced with one or more cotresponding structural protein genes
from DEN-1, DEN-3 or DEN-4 or other flavivirus to be protected against, such as a
different flavivirus or a different dengue virus serotype. In accordance with these
embodiments, a nucleic acid chimera disclosed herein can have functional properties of the
attenuated dengue-2 virus and is avirulent, but expresses antigenic epitopes of the structural
gene products of DEN-1, DEN-3 or DEN-4 in addition to other flaviviruses and is
immunogenic (e.g. induces an immune response to the gene products in a subject). Then,
these DNA constructs are used to transcribe RNA from an infectious clone, this RNA is
introduced into Vero cells again producing a new progeny virus at P1. These new progeny
viruses are distinguishable from PDK-53. (See e.g. P1-P10).

[eo0411 In another embodiment, a nucleic acid chimera can be a nucleic acid chimera
having, but not limited to, a first nucleotide sequence encoding nonstructural proteins from
an attenuated dengue-2 virus, and a second nucleotide sequence encoding a structural
protein from dengue-4 virus alone or in combination with another flavivirus. In other
embodiments, the attenuated dengue-2 virus can be vaccine strain PDK-53 having one or
more mutated amino acids (see Examples), These additional mutations confer desirable
traits of use as live, attenuated dengue-2 or as chimeric constructs described herein. Some
embodiments include structural proteins of one or more of C, prM or E protein of a second
dengue virus.

[00042] Other aspects include that chimeric viruses can include nucleotide and amino
acid substitutions, deletions or insertions for example, in the control PDK-53 dengue-2
genome to reduce interference with immunogenicity responses to a targeted dengue virus
serotype. These modifications can be made in structural and nonstructural proteins alone or
in combination with the example modifications disclosed herein and can be generated by
passaging the attenuated virus and obtaining an improved composition for inducing an
immune response against one or more dengue virus serotypes.

[00043] Certain embodiments disclosed herein provide for method for making the
chimeric viruses of this invention using recombinant techniques, by inserting the required
substitutions into the appropriate backbone genome. Other embodiments herein concern
passaging a confirmed (e.g. safe and effective) live, attenuated chimeric virus for additional
improvements. In certain embodiments, a dengue-2 backbone used herein can include one
or more mutations presented in Table 3. In other embodiments, a dengue-dengue chimera

of the instant application can include one or more mutations as presented in Table 3. In yet
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other embodiments, 2 dengue-dengue cliimera can include all of the mutations for each
chimera as represented in Table 3 for Den-2/Den-1, Den-2/Den-3 or Den-2/Den-4.
Pharmaceutical compositions that include a live, attenuated virus represented by the
constructs of Table 3 are contemplated. For example, mono-, di-, tri- or tetravalent
compositions are contemplated of use herein using chimeras and live, attenuated dengue-2
viruses as presented in Table 3.

[00044] In certain embodiments, a live, attenuated DEN-2 variant contemplated
herein can be formulated into a pharmaceutical composition wherein the pharmaceutical
composition can be administered alone or in combination with dengue-dengue chimeras or
dengue-flavivirus chimeras. In certain embodiments, a bi-, tri or tetravalent compositions
can be administered in a single application or in multiple applications to a subject.
Flavivirus Chimeras

[00045} Dengue virus types 1-4 (DEN-1 to DEN-4) are mosquito-borne flaviviras
pathogens. The flavivirus genome contains a 5-noncoding region (5'-NC), followed by a
capsid protein (C) encoding region, followed by a premembrane/membrane protein (prM)
encoding region, followed by an envelope protein (E) encoding region, followed by the
region encoding the nonstructural proteins (NS1-NS2A-NS2B-NS3-NS4A-NS4B-NS5) and
finally a 3' noncoding region (3NC). The viral structural proteins are C, prM and E, and the
nonstructural proteins are NS1-NS35. The structural and nonstructural proteins are translated
as a single polyprotein and processed by cellular and viral proteases.

[00046] Flavivirus chimeras can be constructs formed by fusing non-structural
protein genes from one type, or serotype, of dengue virus or virus species of the flaviviridae,
with protein genes, for example, structural protein genes, froma different type, or serotype,
of dengue virus or virus species of the flaviviridae. Alternatively, a flavivirus chimera of
the invention is a construct formed by fusing non-structural protein genes from one type, or
serotype, of dengue virus or virus species of the flaviviridae, with farther nucleotide
sequences that direct the synthesis of polypeptides or proteins selected from other dengue
virus serotypes or other viruses of the flaviviridae.

[00047] In other embodiments, avirulent, immunogenic flavivirus chimeras provided
herein contain the nonstructural protein genes of the attenuated dengue-2 virus, or the
equivalent thereof, and one or more of the structural protein genes, or antigenic portions
thereof, of the flavivirus against which immunogenicity is to be conferred. Suitable
flaviviruses include, but are not limited to those listed in Table 1.

[00048] Other suitable dengue viruses for use in constructing the chimeras can be
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wild-type, virulent DEN-1 16007, DEN-2 16681, DEN-3 16562 and DEN-4 1036 and
atteniuated, vaccine-strain DEN-1 PDK-13, DEN-2 PDK-53, DEN-3 PMK-30/FRhL-3 and
DEN-4 PDK-48. Genetic differences between the DEN-1, DEN-2, DEN-3 and DEN-4 wild
type/attenuated virus pairs are contemplated along with changes in the amino acid
sequences encoded by the viral genomes.

[00049] Sequence listings for DEN-2 PDK-53 correspond to the DEN-2 PDK-53-V
variant, wherein genome nucleotide position 5270 is mutated from an A to a T and.amino
acid position 1725 of the polyprotein or amino acid position 250 of the NS3 protein
contains a valine residue. The DEN-2 PDK-53 variant without this nucleotide mutation,
DEN-2 PDK-53-E, differs from PDK-53-V only in this one position, DEN-2 PDK-53-E has
an A at nucleotide position 5270 and a glutamate at polyprotein amino acid position 1725,
NS3 protein amino acid position 250. It is understood that embodiments herein include
modified PDK 53 that include one or more passages in a separate host cell (e.g. Vero cells,
see Table 1) where desirable traits of use in vaccine compositions contemplated herein are
gencrated.

[00050] In certain embodiments, designations of the chimeras can be based on the
DEN-2 virus-specific infectious clone modified backbones and structural genes (prM-E or
C-prM-E) insert of other dengue viruses or other flaviviruses. DEN-2 for the dengue-2
backbone, followed by the strain from which the structural genes are inserted. One DEN-2
backbone variant is reflected in the next letter after the number designation. One particular
DEN-2 backbone variant. from which the chimera was constructed is indicated by the
following letter placed after a hyphen, parent 16681 (P), PDK-53-E (E), or PDK-53-V (V);
the last letter indicates the C-prM-E structural genes from the parental (P) strain or its
vaceine-derivative (V) or the prM-E structural genes from the parental (P) or its vaccine
derivative (V1). For example; DEN-2/1-VP denotes the chimera comprising the attenuated
DEN-2 PDK-53V backbone comprising a valine at NS3-250 and the C-prM-E genes from
wild-type DEN-1 16007; DEN-2/1-VV denotes the DEN-2 PDK-53V backbone with the
vaccine strain of dengue-1, DEN-1 PDX-13; DEN-2/1-VP1 denotes the DEN-2 PDK-53V
backbone and the prM-E genes from wild-type DEN-1 16007; DEN-2/3-VP1 denotes the
DEN-2 PDK-53V backbone and the prM-E genes from wild-type DEN-3 16562; DEN-
2/4VP1 denotes the DEN-2 PDK-53V backbone and the prM-E genes from wild-type DEN-
4 1036. Other chimeras disclosed herein are indicated by the same manner,

[00051] In one embodiment, chimeras disclosed herein contain attenuated dengue-2

virus PDK-53 genome as the viral backbone, in which the structural protein genes encoding
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C, pr™M and E proteins of the PDK-53 genome, -or combinations thereof, can be replaced
with the corresponding structural protein genes from dengue-1, dengue-3 or dengue-4 virus
and optionally, another flavivirus to be protected against, such as a different flavivirus ora
different dengue virus strain.

[00052] In the nonstructural protein regions, a Gly-to-Asp (wild type-to-PDK-53)
mutation was discovered at nonstructural protein NS1-53 (genome nucleotide position
2579); a Leu-to-Phe {(wild type-to-PDK-53) mutation was discovered at noristructural
protein NS2A-181 (genome nucleotide position 4018); a Glu-to-Val (wild type-to-PDK-53)
mutation was discovered at nonstructural protein NS3-250 (genome nucleotide position
5270); and a Gly-to-Ala mutation (wild type-to-PDK-53) was discovered at nonstructural
protein NS4A-75 (genome nucleotide position 6599). The live, attenuated DEN-2 virus of
the instant invention further includes mutations as presented in any chimera or live,
attenuated dengue-2 virus of Table 3.

[00053] PDK-53 virus strain has a mixed genotype at genome nucleotide 5270. A
significant portion (approximately 29%) of the virus population encodes the non-mutated
NS3-250-Glu that is present in the wild type DEN-2 16681 virus rather than the NS3-250-
Val mutation. As both genetic variants are avirulent, this mutation may not be necessary in
an avirulent chimera.

[00054] Previously, it was discovered that avirulence of the attenuated PDK-53 virus
strain can be attributed to mutations in the nucleotide sequence encoding nonstructural
proteins and in the 5' noncoding region. For example, a single mutation at NS1-33, a double
mutation at NS1-53 and at SNC-57, a double mutation at NS1-53 and at NS3-250 and a
triple mutation at NS1-53, at 5NC-57 and at NS3-250, result in attenuation of the DEN-2
virus. Therefore, the genome of any dengue-2 virus containing such non-conservative
amino acid substitutions or nucleotide substitutions at these loci can be used as a base
sequence for deriving the modified PDK-53 viruses disclosed herein. Another mutation in
the stem of the stem/loop structure in the 5 noncoding region will provide additional
avirulent phenotype stability, if desired. Mutations to this region disrupt potential secondary
structures important for viral replication. A single mutation in this short (oaly 6 nucleotide
residues in length) stém structure in both DEN and Venezuelan equine encephalitis viruses
disrupts the formation of the hairpin structure. Further mutations in this stem structure
decrease the possibility of reversion at this locus, while maintaining virus viability,

[00055] Mutations disclosed herein can be achieved by any method known in the art

including, but not limited to, naturally-occurring or selected clones having additional
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features once passaged in a cell line of interest (e.g. Vero cells). It is understood by those
skilled in the art that the virulence screening assays, as described herein and as aré well
known in the art, can be used to distinguish between virulent and avirulent backbone
structures.

Construction of Flavivirus Chimeras

[00056] Flavivirus chimeras described herein can be produced by splicing one or
more of the structural protein genes of the flavivirus against which immunity is desired into
a PDK-53 dengue virus genome backbone, or other methods known in the art, using
recombinant engineering to remove the corresponding PDK-53 gene and replace it witha
dengue-1, dengue-3 or dengue-4 virus gene or other gene known in the art.

[00057] Alternatively, using the sequences provided in the sequence listing, the
nucleic acid molecules encoding the flavivirus proteins may be synthesized using known
nucleic acid synthesis techniques and inserted into an appropriate vector. Avirulent,
immunogenic virus is therefore produced using recombinant engineering techniques known
to those skilled in the art,

[00058] A target gene can be inserted into the backbone that encodes a flavivirus
structural protein of interest for DEN-1, DEN-3, DEN-4 or other flavivirus, A flavivirus
gene to be inserted can be a gene encoding a C protein, a PrM protein and/or an E protein.
The sequence inserted into the dengue-2 backbone can encode both PriM and E structural
proteins. The sequence inserted into the dengue-2 backbone can encode all or one of C, prM
and E structural proteins.

[00059] Suitable chimeric viruses or nucleic acid chimeras containing nucleotide
sequences encoding structural proteins of other flaviviruses or dengue virus serotypes can
be evaluated for usefulness as vaccines by screening them for the foregoing phenotypic
markers of attenuation that indicate avirulence and by screening them for immunogenicity.
Antigenicity and immunogenicity can be evaluated using in vitro or in vivo reactivity with
flavivirus antibodies or immunoreactive serum using routine screening procedures known to
those skilled in the art.

Dengue Virus Vaccines

[00060] In certain embodiments, chimeric viruses and nucleic acid chimeras can
provide live, attenuated viruses useful as immunogens or vaccines. Some embodiments
include chimeras that exhibit high immunogenicity to dengue-4 virus while producing no
dangerous pathogenic or lethal effects.

[00061] To reduce occurrence of DHF/DSS in subjects, a tetravalent vaccing is
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needed to provide simultaneous immunity for all four serotypes of the virus. A tetravalent
vaceine is produced by combining a live, attenuated dengue-2 virus of the instant
application with dengue-2/1, dengue-2/3, and dengue-2/4 chimeras described above in a
suitable pharmaceutical carrier for administration as a multivalent vaccine.

{00062] The chimeric viruses or nucleic acid chimeras of this invention can include
structural genes of either wild-type or live, attenuated virus in a virulent or an attenuated
DEN-2 virus backbone. For example, the chimera may express the structural protein genes
of wild-type DEN-4 1036 virus, its candidate vaccine derivative in either DEN-2
backgrounds.

[00063] Viruses used in the chimeras described herein can be grown using techniques
known in the art, Virus plaque titrations are then performed and plaques counted in order to
assess the viability and phenotypic characteristics of the growing cultures. Wild type viruses
can be passaged through cuitured cell liries to derive attenuated candidate starting materials.
[00064] Chimeric infectious clones can be constructed from the various dengue
serotype clones available. The cloning of virus-specific cDNA fragments can also be
accomplished, if desired. The cDNA fragments containing the structural protein or
nonstructural protein genes are amplified by reverse transcriptase-polymerase chain reaction
(RT-PCR) from dengue virus RNA with various primers. Amplified fragments are cloned
into the cleavage sites of other intermediate clones. Intermediate, chimeric dengue virus
clones are then sequenced to verify the accuracy of the inserted dengue virus-specific cDNA.
[00065] Full genome-length chimeric plasmids constructed by inserting the structural
protein and/or nonstructural protein gene region of dengue serotype viruses into vectors are
obtainable using recombinant techniques well known to those skilled in the art.

Nucleotide and Amino Acid Analysis

[00066] The NS1-53 mutation in the DEN-2 PDX-53 vaccine virus is significant for
the attenuated phenotype of this virus, because the NS1-53-Gly of the DEN-2 16681 virus is
conserved in nearly all flaviviruses, including the tick-borne viruses, sequenced to date.
DEN-4 vaccine virus can also contain an amino acid mutation in the NS1 protein at position
253. This locus, which is a Gln-to-His mutation in DEN-4 PDK-48 vaccine virus, is Gln in
all four wild serotypes of dengue virus. This Gln residue is uniqﬁe to the dengue viruses
within the flavivirus genus. The NS1 protein is a glycoprotein that is secreted from
flavivirus-infected cells. It is present on the surface of the infected cell and NS1-specific
antibodies are present in the serum of virus-infected individuals. Protection of animals

immunized with NS1 protein or passively with NSi-specific antibody has been reported.
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The NS1 protein appears to participate in early viral RNA replication.

[00067] The mutations that occurred in the NS2A, NS2B, NS4A, and NS4B proteins
of the DEN-1, -2, -3 and -4 attenuated strains are conservative in nature. The NS4A-75 and
NS4A-95 mutations of DEN-2 and DEN-4 vaccine viruses, respectively, occurred at sites of
amino acid conservation among dengue viruses, but not among flaviviruses in general.
[00068] The flaviviral NS3 protein possesses at least two recognized functions: the
viral proteinase and RNA helicase/NTPase. The 698-aa long (DEN-2 virus) NS3 protein
contains an amino-terminal serine protease domain (NS3-51-His, -75-Asp, -135-Ser
catalytic triad) that is followed by sequence motifs for RNA helicase/NTPase functions
(NS3-196-GAGKT (SEQ ID NO:147), -284-DEAH, -459-GRIGR). None of the mutations
in the NS3 proteins of DEN-1, DEN-2, or DEN-3 virus occurred within a recognized motif.
The NS3-510 Tyr-to-Phe mutation in DEN-1 PDK-13 virus was conservative, Since the
wild-type DEN-2, -3 and 4 viruses contain Phe at this position, it is unlikely that the Tyr-
to-Phe mutation plays a role in the attenuation of DEN-1 virus. The NS3-182 Glu-to-Lys
mutation in DEN-1 PDK-13 virus occurred at a position that is conserved as Asp or Glu in
most mesquito-borne flaviviruses and it may play some role in attenuation. This mutation
was located 15 amino acid residues upstream of the GAGKT helicase motif. As noted in
previous reports, the NS3-250-Glu in DEN-2 16681 virus is conserved in all mosquito-
borne flaviviruses except for yellow fever virus.

[00069] Nucleic acid probes selectively hybridize with nucleic acid molecules
encoding the DEN-1, DEN-3 and DEN-4 viruses or complementary sequences thereof, By
"selective" or "selectively” is meant a sequence which does not hybridize with other nucleic
acids to prevent adequate detection of the dengue virus. Therefore, in the design of
hybridizing nucleic acids, selectivity will depend upon the other components present in a
sample. The hybridizing nucleic acid should have at least 70% complementarity with the
segment of the nucleic acid to which it hybridizes. As used herein to describe nucleic acids,
the term "selectively hybridizes" excludes the occasional randomiy hybridizing nucleic
acids, and thus; has the same meaning as "specifically hybridizing." The selectively
hybridizing nucleic acid of this invention can have at least 70%, 80%, 85%, 90%, 95%,
97%, 98%, and 99% complementarity with the segment of the sequence to which it
hybridizes, preferably 85% or more.

[00070] Sequences, probes and primers which selectively hybridize to the encoding
nucleic acid or the complementary, or opposite, strand of the nucleic acid are contemplated.

Specific hybridization with nucleic acid can occur with minor modifications or substitutions
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in the nucleic acid, so long as functional species-specific hybridization capability is
maintained. By "probe" is meant nucleic acid sequences that can be used as probes or
primers for selective hybridization with complementary nucleic acid sequences for their
detection or amplification, which probes can vary in length from about 5 to 100 nucleotides,
or preferably from about 10 to 50 nucleotides, or most preferably about 18-24 nucleotides.
[060071] If used as primers, the composition preferably includes at least two nucleic
acid molecules which hybridize to different regions of the target molecule so as to amplify a
desired region. Depending on the length of the probe or primer, the target region can range
between 70% complementary bases and full complementarity and still hybridize under
stringent conditions. For example, for the purpose of detecting the presence of the dengue
virus, the degree of complementarity between the hybridizing nucleic acid (probe or primer)
and the sequence to which it hybridizes is at least enough to distinguish hybridization with a
nucleic acid from other organisms.

[00072] Nucleic acid sequences encoding the DEN-4, DEN-3 or DEN-1 virus (e.g.
structural elements) can be inserted into a vector, such as a plasmid, and recombinantly
expressed in a living organism (e.g. into a dengue-2 backbone) to produce recombinant
dengue virus peptides and/or polypeptides and/or viruses.

Nucleic Acid Detection Methods

[60073) A rapid genetic test that is diagnostic for each of the vaccine viruses
described herein is provided by the current invention. This embodiment of the invention
enhances analyses of viruses isolated from the serum of vaccinated humans who developed
a viremia, as well as enhancing characterization of viremia in nonhuman primates
immunized with the candidate vaccine viruses.

[00074] These sequences include a diagnostic TagMan probe that serves to report the
detection of the cDNA amplicon amplified from the viral genomic RNA template by using a
reverse-transciptase/polymerase chain reaction (RT/PCR), as well as the forward and
reverse amplimers that are designed to amplify the cDNA amplicon, as described below. In
certain instances, one of the amplimers has been designed to contain a vaccine virus-
specific mutation at the 3'-terminal end of the amplimer, which effectively makes the test
even more specific for the vaccine strain because extension of the primer at the target site,
and consequently amplification, will occur only if the viral RNA template contains that
specific mutation.

[00075] Automated PCR-based nucleic acid sequence detection system can be used,

or other known technology for nucleic acid detection. The TagMan assay is a highly
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specific and sensitive assay that permits automated, real time visualization and quantitation
of PCR-generated amplicons from a sample nucleic acid template. TagMan can determine
the presence or absence of a specific sequence. In this assay, a forward and a reverse primer
are designed to anneal upstream and downstream of the target mutation site, respectively. A
specific detector probe, which is designed to have a melting temperature of about . 10.degree.
C. higher than either of the amplimers and containing the vaccine virus-specific nucleotide
mutation or its complement (depending on the strand of RT/PCR amplicon that is being
detected), constitutes the third primer cbmplonent of this assay.

[00076] A probe designed to specifically detect a mutated locus in one of the vaccine
viral genomes will contain the vaccine-specific nucleotide in the middle of the probe. This
probe will result in detectable fluorescence in the TagMan assay if the viral RNA template
is vaccine virus-specific. However, genomic RNA templates from wild-type DEN viruses
will have decreased efficiency of probe hybridization because of the single nucleotide
mismatch (in the case of the parental viruses DEN viruses) or possibly more than one
mismatch (as may occur in other wild-type DEN viruses) and will not result in significant
fluorescence. The DNA polymerase is more likely to displace a mismatched probe from the
RT/PCR amplicon template than to-cleave the mismatched probe to release the reporter dye
(TaqMan Allelic Discrimination assay, Applied Biosystems).

[00077] One strategy for diagnostic genetic testing makes use of molecular beacons.
The molecular beacon strategy also utilizes primers for RT/PCR amplification of amplicons,
and detection of a specitic sequence within the amplicon by a probe containing reporter and
quencher dyes at the probe termini. In this assay, the probe forms a stem-loop structure. The
molecular beacons assay employs quencher and reporter dyes that differ from those used in
the TagMan assay.

Pharmaceutical Compositions

[00078] Embodiments herein provide for administration of compositions to subjects
ina biologicaily compatible form suitable for pharmaceutical administration ir vivo. By
"biologically compatible form suitable for administration in vivo" is meant a form of the
active agent (e.g. pharmaceutical chemical, protein, gene, of the embodiments) to be
administered in which any toxic effects are outweighed by the therapeutic effects of the
active agent. Administration of a therapeutically active amount of the therapeutic
compositions is defined as an amount effective, at dosages and for periods of time necessary
1o achieve the desired resuit. For example, a therapeutically active amount of a compound

‘may vary according to factors such as the disease state, age, sex, and weight of the
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individual, and the ability of antibody to elicit a desired response in the individual, Dosage
regima may be adjusted to provide the optimum therapeutic response. |

[00079] In one embodiment, the compound. (e.g. pharmaceutical chemical, protein,
peptide etc. of the embodiments) may be administered in a convenient manner, for example,
subcutaneous, intravenous, by oral administration, inhalation, intradermal, transdermal
application, intravaginal application, topical application, intranasal or rectal administration.
Depending on the route of administration, the active compound may be contained in a
protective buffer (e.g. FTA, F127/trehalose/albumin). In one embodiment, a composition
may be orally administered. In another embodiment, the composition may be administered
intravenously. In one embodiment, the composition may be administered intranasally, such
as inhalation. In yet another embodiment, the composition may be administered
intradermally using a needle-free system (e.g. Pharmajet®) or other intradermal
administration system.

[00080] A composition may be administered to a subject in an appropriate carrier or
diluent, co-administered with enzyme inhibitors or in an appropriate carrier such as
liposomes. The term "pharmaceutically acceptable carrier” as used herein is intended to
include diluents such as saline and aqueous buffer solutions. It may be necessary to coat the
compound with, or co-administer the compound with, a material to prevent its inactivation,
The active agent may also be administered parenterally, or intraperitoneally. Dispersions
can also be prepared in glycerol, liquid polyethylene glycols, and mixtures thereof and in
oils. Under ordinary conditions of storage and use, these preparations may contain a
preservative to prevent the growth of microorganisms or other stabilizing formulation (e.g.
FTA).

[00081] Pharmaceutical compositions suitable for injectable use may be administered
by means known in the art. For example, sterile aqueous solutions (where water soluble) or
dispersions and sterile powders for the extemporaneous preparation of sterile injectable
solutions or dispersion may be used. In all cages, the composition can be sterile and can be
fluid to the extent that easy syringability exists. It might be stable under the conditions of
manufacture and storage and may be preserved against the contaminating action of
microorganisms such as bacteria and fungi. The pharmaceutically acceptable catrier can be
a solvent or dispersion medium containing, for example, water, ethanol, polyol (for example,
glycerol, propylene glycol, and liquid polyetheylene glycol, and the like), and suitable
mixtures thereof. The proper fluidity can be maintained, for example, by the use of 2

coating such as lecithin, by the maintenance of the required particle size in the case of
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dispersion and by the use of surfactants. Prevention of microorganisms can be achieved by
heating, exposing the agent to detergent, irradiation or adding various antibacterial or
antifungal agents,

[00082) Sterile injectable solutions can be prepared by incorporating active
compound (e.g. a compound that induces an immune response to one or more-dengue virus
serotypes) in the required amount in an appropriate solvent with one or a combination of
ingredients: enumerated above, as required, followed by filtered sterilization,

[00083] Upon formulation, solutions will be administered in a manner compatible
with the dosage formulation and in such amount as is therapeutically effective. The
formulations are easily administered in a variety of dosage forms, such as the type of
injectable solutions described above. It is contemplated that compositions are especially
suitable for intramuscular, subcutaneous, intradermal, intranasal and intraperitoneal
administration. A particular ratio may be sought such as a 1:1, 1:2 or other ratio (e.g. PFUs
of a given dengue virus serotype)

[00084] The active therapeutic agents may be formulated within a mixture
predetermined ratios. Single dose or multiple doses can also be administered on an
appropriate schedule for a given situation (e.g. prior to travel, outbreak of dengue fever).
[00085] In another embodiment, nasal solutions or sprays, acrosols or inhalants may
be used to deliver the compound of interest. Additional formulations that are suitable for
other modes of administration include suppositories and pessaries.

[60086] Certain formulations can include excipients, for example, pharmaceutical
grades of mannitol, lactose, starch, magnesium stearate, sodium saccharine, cellulose,
magnesium carbonate and the like.

[00087] A pharmaceutical composition may be prepared with carriers that protect
active ingredients against rapid elimination from the body, such as time-release
formulations or coatings. Such carriers include controlled release formulations, such as, but
not limited to, microencapsulated delivery systems, and biodegradable, biocompatible
polymers, such as ethylene vinyl acetate, polyanhydrides, polyglycolic acid, polyorthoesters,
polylactic acid and others are known.

[00088] Pharmaceutical compositions are administered in an amount, and with a
frequency, that is effective to inhibit or alleviate side effects of a transplant and/or to reduce
or prevent rejection, The precise dosage and duration of treatment may be determined
empirically using known testing protocols or by testing the compositions in model systems

known in the art and extrapolating therefrom. Dosages may also vary with the severity of
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the condition. A pharmaceutical composition is generally formulated and administered to
exert a therapeutically useful effect while minimizing undesirable side effects. In general,
dose ranges from about 10? to 10° PFU can be administered initially and optionally,
followed by a second administration within 30 days or up to 180 days later, as needed. In
certain embodiments, 2 subject can receive dual administration of a mono, bi-, tri or
tetravalent composition disclosed herein wherein the composition is a single composition
mixture or has predetermined compositions of different dengue virus serotypes. In some
embodiments, a DEN2/4 chimera can be present in higher concentrations than other dengue
virus serotypes such as a live, attenuated dengue-1.

[00089] It will be apparent that, for any particular subject, specific dosage regimens
may be adjusted over time according to the individual need.

[00090] In one embodiment, a composition disclosed herein can be administered to a
subject subcutaneously or intradermally.

[00091] The pharmaceutical compositions containing live, attenuated dengue viruses
may be administered to individuals, particularly humans, for example by subcutaneously,
intramuscularly, intranasally, orally, topically, transdermally, parenterally, gastrointestinally,
transbronchially and transalveolarly. Topical administration is accomplished via a topically
applied cream, gel, rinse, etc. containing therapeutically effective amounts of inhibitors of
serine proteases. Transdermal administration is accomplished by application of a cream,
rinse, gel, etc. capable of allowing the inhibitors of serine proteases to penetrate the skin and
enter the blood stream. In addition, osmotic pumps may be used for administration. The
necessary dosage will vary with the particular condition being treated, method of
administration and rate of clearance of the molecule from the body.

[00092] In certain embodiments of the methods of the present invention, the subject
may be a mammal such as a human or a veteﬁn@ry and/or a domesticated animal or
livestock or wild animal.

Therapeutic Methods

[00093] In one embodiment of the present invention, methods provide for inducing
an immune response t0 dengue virus serotype(s) using a mono, bi-, tri or tetravalent
formulation of live, attenuated and/or chimeric viral constructs contemplated herein.
[00094] Embodiments of the present invention is further illustrated by the following
non-limiting examples, which are not to be construed in any way as imposing limitations
upon the scope thereof. On the contrary, it is to be clearly understood that resort may be had

to various other embodiments, modifications, and equivalents thereof which, after reading
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the description her¢in, may suggest themselves to those skilled in the art without departing
from the spirit of the present invention or the scope of the appended claims.

EXAMPLES

[00095] The following examples are included to demonstrate certain embodiments
presented herein. It should be appreciated by those of skill in the art that the techniques
disclosed in the Examples which follow represent techniques discovered to function well in
the practices disclosed herein, and thus can be considered to constitute preferred modes for
its practice. However, those of skill in the art should, in light of the present disclosure,
appreciate that many changes can be made in particular embodiments which are disclosed
and still obtain a like or similar result without departing from the spirit and scope herein.
Example 1

[00096] In some exemplary methods, compositions used to generate as referred to
herein as “master virus seeds (MVS)” are disclosed. These compositions may be derived
from one or more live, attenuated dengue viruses, such as DEN-1, DEN-2, DEN-3, and
DEN-4. In certain methods, compositions may be derived from one or more live attenuated
Dengue viruses that include but are not limited to, specific constructs disclosed herein
referred to as DENVax-1, DENVax-2, DENVax-3, and DENVax-4. In other exemplary
methods, strategies used to generate and characterize these compositions are provided. In
yet other embodiments, tetravalent dengue virus formulations and genetic and phenotypic
characterization of these formulations are provided.

Production and analysis of pre-master DENVax viruses

[00097] Certain procedures were performed to generate pre-master dengue virus
seeds, such as serial amplification and purification of dengue viruses (e.g. DENVax). First,
DENVax viruses were re-derived by transfection of viral RNA transcribed from the full-
length recombinant DENVax cDNA into production-certified cells (e.g. Vero cells),
resulting in P1 (passage 1) virus seed. The four P1 viruses from each of dengue-1 to
dengue-4 were then amplified and plaque purified to obtain the candidate pre-master
vaccine P7 seeds (see Table 1). Certain tests were performed to analyze passages of dengue
viruses. For example, full-length genome sequencing demonstrated that atl four of the P2
(passage 2) sced viruses were genetically identical to their homologous progenitor,
research-derived, research-grade candidate vaccine virus. The original plaque phenotypes
were also retained in the P2 viruses. Six plaque purified viruses (P3 A-F) were isolated for
each serotype of dengue virus (e.g. DENVax1-4) from the P2 seeds, and each isolated

plaque was directly plaque purified two more times. The third plaque purification (PS) of
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each virus was amplified twice (P6 A-F and P7 A-F) in Vero cells to produce the potential
pre-master P7 DENVax seeds (Table 1).
Table 1 Example of a cGMP Rederivation of DENVax Viruses in WCB-Vere Cells

Passage | Seed Production/Purification Characterizations
Pl Transfect WCB-Vero with transcribed viral RNAs Plaque titrate
P2 Amplify P1 virus Full genome sequence
P3 Pick 6 plaques (A-F)/serotype from P2 plaque assay | Plaque purification
P4 Pick plaques A-F from P3 plaque assay Plaque purification
P5 Pick plaques A-F from P4 plaque assay Plaque purification
P6 Amplify P5 A-F plaques Plaque titrate
Full genome sequence,
P7 Pre-master seeds: Amplify P6 A-F TagMAMA, Plaque
phenotypes
. , . Full genetic and phenotypic
%k v
P3 MVS: Amplify selected P7 virus seed characterization
. . . Full genome sequence,
P9 WVS: Amplify PR Master Seed viruses TagMAMA
) . . . Full genome sequence,
P10 BVS: Amplify P9 Working Seed viruses TagMAMA

* One-optimal P7 seed (A, B, C, D, E, or F) was selected based on the genetic and plaque
analysis to make P8 MVS

[00098]

Some tests were further performed to characterize P7 DENVax seeds, such

as analysis of genome sequences and plaque phenotypes of the P7 seeds, and comparison

with P2 seeds (Table 2). Plaque phenotypes of the P7 viruses were generally similar to

those of the P2 seeds. In some exemplary experiments, virus titers were monitored. Virus

titers reached over 6.0 log pfu/ml for most of the P7 seeds, except for 5 viruses. Genome

sequencing of more than 60 candidate vaccine virus seeds after 10 or more serial passages

in Vero cells identified no reversion event at NS1-53 and NS3-250 of the three major

attenuation determinants of the DENV-2 PDK-53 genetic vector, suggesting that these 2

loci are quite stable in candidate vaccine virus seeds. All sequence chromatograms of the

24 candidate strains generated from both forward and reverse sequencing for these two sites

were homogenous without any minor nucleotide populations evident at the NS1-53 and

NS3-250 genetic loci. In contrast to the NS1 and NS3 sites, different levels of reversions at

the 5"NCR-57 attenuation focus were identified from multiple serially passaged research

grade vaccine viruses, suggesting this locus might not be as stable as NS1 and NS3 after

multiple passages in cell culture. Therefore, a sensitive mismatch amplification assay

23




WO 2014/150939 PCT/US2014/024603

(TagMAMA) was developed to accurately measure the reversion rate at the 5°NCR-57
locus by real-time RT-PCR. In somie studies, the 5'NCR-57 reversion rates .of all 24 of the
P7 seeds were measured by the TaqMAMA. Depending on the concentration of the input
viral RNA for each virus in the assay, the sensitivity limit of the TagMAMA ranged
between 0.01% and 0.07% reversion, which is much more sensitive than the 10-30%
reversion sensitivity limit detectable by consensus genome sequence analysis. The resulting
data illustrates that 15 of the 24 P7 viruses had minimal or undetectable reversion (< 0.07%),
ong virus (DENVax-3-D) had almost 100% reversion, and 8 viruses (1 DENVax-1, 1
DENVax-2,2 DENVax-3, and 4 DENVax-4) had partial reversion ranging from 0.08% to
12.85% (Table 2). Full-length genome sequencing was conducted for 16 of the 24 P7
viruses with low levels of 5"NCRS57 reversion as measured by TagMAMA. All the
sequenced viruses maintained the other two DENVax attenuation determinants (NS1-53,
NS3-250), and all had acquired additional mutations that were not present in the original,
engingered recombinant cDNA clones (Table 2). In one exemplary target vaccine
composition, DENVax-1-A, DENVax-2-F, DENVax-3-F, and DENVax-4-F were sclected
as target pre-master seed for each serotype because their genotypes and plague phenotypes
most closely resembled those of the originally designed vaccine recombinants. The
DENVax-1-A, DENVax-2-F, and DENVax-4-F had two non-synonymous mutations, and
the DENVax-3-F had one. The evidence suggests these additional mutations observed in
these 4 pre-master seeds do not cause safety concerns or immunogenicity alterations for the
viruses. These pre-master seceds were further amplified to generate the MVS (master seed,
designated as P7, Table 1).

[00099] Exemplary methods provided herein used purified in-vitro transcribed viral
RNA from cloned cDNA plasmid as the pure source to transfect vaccine-certified Vero cells
to generate vaccine virus. Serial plaque purifications and full-genome sequence analyses
were incorporated into the manufacturing procedures to ensure manufactured vaccine seeds
with optimal purity and genetic stability. Six cloned viruses were prepared as potential pre-
master seeds for each serotype of DENVax. Through genomic analysis, including
TagMAMA and complete genomic sequencing, as well as characterization of viral plaque
phenotypes, pre-master seeds were chosen to advance to master virus seeds production for
each serotype (serotypes 1-4). The selected pre-master seeds had undetectable reversions
(<0.01% or <0.07%) at the 5’"NCR-57 locus, with 1 or 2 amino acid substitutions in their

genomes, and retained the small plaque phenotypes previously observed.
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Table 2. Characterizations of pre-master (P7) seeds

Logio
Virus Clone® | TagMAMA” | pfu/ml | Plaque® | Mutations identified in genome®
DENVax-1 A w% 6.85 P2 NS2A-116 I.L, NS2B-92 E-D, one silent
B * 6.93 P2 nd®
C 6.93 D nd
D Hk 7.02 D C-67 K-A; one silent
E 0.57% 7.28 P2 nd
F Ak 7.18 P2 E473 T-M; one silent
DENVax-2 A 0.03% 6.33 P2 NSI1-341 K-N
B * 6.33 P2 E-305 K-T, two silent
C * 5.84 L NS4A-18 T-A, four silent
D 0.08% 6.20 P2 NS2B-99 I-L, one 3'NCR.
E 0.03% 6.31 P2 prM-52 K-E, NS5-412 I-V, two silent
F A 6.15 P2 prM-52 K-E, NS5-412 I-V
DENVax-3 A * 6.00 P2 NS5-200-K-N, one silent, one 3NCR
B 0.05% 6.27 P2 NS2A-33 I-T, NS2A-59 M-T
C 0.30% 6.25 P2 nd
D 100.00% 6.27 P2 nd
E 0.31% 6.00 P2 nd
F *k 6.30 P2 E-223 T-S, one silent
DENVax-4 A 0.47% 5.60 P2 E323 K-R/K, NS2B-21 L-F/L, NS2B-39
T-S, one silent
B * 5.65 D NS2A-126 A-V; NS4A-5 N-D;NS5-383
K-R, one silent
C 4.50% 5.90 P2 nd
D 12.85% 5.97 D nd
E 0.52% 6.85 S prM-85 E-D, NS2B-45 T-A, NS5-320 M-
T, NS5-551 E-G, two silent
F 0.02% 6.93 S NS2A-66 D-G, NS4A-21 A-V, four silent

® Cloned viruses (by serial plaque purifications) selected for further development of MVS are designated bold.

b *, Reversion rate < 0.07% (detection limit}. **: Reversion rate < 0.01% (detection limit)

°Plaque phenotypes: P2: similar to P2 virus; L = larger than P2 virus, D = similar size, but appear somewhat different in clearness of the
g]aques; S = smaller than P2.

Substitutions differing from the engineered DENVax ¢DNA clones. Amino acid mutations are listed with residue position of the virus
protein and the changes (wt-mutation). Total number of silent mutations in structural and non-structural genes of each seed is listed.
Mutations at non-coding region (NCR) are also noted.
®nd = Not done. These clones had higher 5’NCR-57 reversion rates (by TagMAMA) than other clones, so were excluded from further
sequence analysis.

Example 2
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[000100] In some exemplary methods, compositions of master virus seeds, working
virus seeds and bulk virus seeds as well as their genetic and phenotypic characterization are
described. These compositions are provided for manufacture of clinical materials.and
ultimately commercial vaccine supplies. Serial plaque purifications and full-genome
sequence analyses were incorporated into the manufacturing process to ensure compositions
of vaccine seeds with optimal safety and genetic stability for manufacture of clinical trial
materials.

Production and manufacturing quality controls for MVS, WVS, and BVS

[000101] In some studies, MVS of the 4 DENVax were produced by amplifying the
pre-master P7 seed in certified Vero cells. In other studies, MVS were used to make farge
amount of WVS in cell factories. Further, the BVS stocks of DENVax were amplified from
the WVS and were formulated into tetravalent drug product mixtures to be used used for
human clinic trials. Quality controls for product release were performed in some exemplary
methods, including, but not limited to, testing all of the MVS, WVS, and BVS for identity,
infectious titer, sterility, mycoplasma, and in vitro and in vivo adventitious agents. All
seeds passed the virus identity test using serotype-specific RT-PCR assays, which showed
positive amplification corresponding to its serotype and negative for heterologous serotypes
(data not shown). No detectable mycoplasma or adventitious agents were detected in the
MVS, WVS, or BVS stocks.

Genetic analysis of the MVS, WVS, and BVS

[000102] In certain exemplary methods, after generation of MVS from the selected
pre-MVS (P7) strains selected above were produced and the respective viral RNA was
sequenced again. Full-length genome sequencing revealed that the MVS for DENVax-1
was identical to its pre-master seed, while the WVS-and subsequent BVS acquired 2
additional substitutions at E-483 and NS4B-108 (see Tables 2 and 3). The Ala substitution
at E-483 represented part of the genotype in the MVS, but became the dominant genotype in
BVS. DENVax-2 and DENVax-3 were identical to their respective pre-masier seeds (Table
2 and 3). The DENVax-2 MVS was identical to its pre-master seed, and the WVS and BVS
had 2 additional mutations at NS4A-36 and NS4B-111. Both mutations were partial in
WVS and were the major genotype in the BVS. The MVS of DENVax-3 was again
identical to the pre-master seed, but the WVS and BVS contained an additional aa
substitution at NS4A-23. The DENVax-4 MVS acquired an additional amino acid mutation,
at locus NS2A-99 (from Lys to Lys/Arg mixed genotype) during production of the MVS
(Table 3). Its WVS and BVS retained the NS2A-99 Lys/Arg mixed genotype, and the BVS
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had an extra NS4B-238 Ser/Phe mixed genotype. Consensus sequence results also
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confirmed that MVS, WVS as well as BV retained the three genetic determinants of
attenuation at the ’NCR-57, NS1-53, and NS3-250 loci. Analysis of the least stable
attenuating locus by TagMAMA demonstrated that the S"NCR-57 reversion rate between.
<0.7% to and 0.13% among MVS, <0.07% among WVS, and between <0.07 and 0.21%

among BVS. A 3% reversion at the 5’"NCR-57 locus was considered the maximum

permissible rate for acceptance of a vaccine lot (Table 3).

Table 3. Nucleotide and amino acid substitutions in DENVax seeds

DENVax Nucleotides Amino Acids Pre-master | MVS® wvs* BVS*
DENVazx-1 2384 G-C E-483 Gly-Ala - - Gly/Ala Ala
3823 A-C NS2A-116 Ile-Leu Leu Leu Leu Leu
4407 A-T NS2B-52 Glu-Asp Asp Asp Asp Asp
7148 C-T NS4B-108 Thr-lle - - Ile Tle
7311 A-G silent G G G G
TagMAMA 5'NCR-57 reversion %’ - - - -
DENVax-2 592 A-G prM-52 Lys-Glu Glu (Gl Glu Glu
6481 G-C NS4A-36 Ala-Pro - - Ala/Pro Pro
7156 C-T NS4B-111 Leu-Phe - - Leu/Phe Phe
8803 A-G NS5-412 Ile-Val Val Val Val Val
TagMAMA 5'NCR-57 reversion %" - - 0.07% 0.21%
DENVax-3 1603 A-T E-223 Thr-Ser Ser Ser Ser Ser
6436 G-A NS4A-23 Asp-Asn - - Asn Asn
7620 A-G silent G G G G
TagMAMA 5"NCR-57 reversion %" -- - -~ -
DENVax-4 225 AT silent T T T T
3674 A-G NS2A-66 Asp-Gly Gly Gly Gly Gly
3773 A-A/G NS2A-99 Lys-Lys/Arg - Lys/Arg | Lys/Arg Lys/Arg
5391 C-T silent T T T T
6437 C-T NS4A-21 Ala-Val Val Val Val Val
7026 T-C silent T/C T/IC TIC T/C
IIBCCT | (o238 Ser - - | serrpne | Ser/pne
9750 A-C silent C C C C
TagMAMA 5*NCR-57 reversion %" - 0.13% ~ “

® Bold: Changes started at MVS stocks.

bu_n

indicates reversion 1ate < 0.01% (detection limif), "-" indicates reversion rate <0.07% (detection limit)

[000103]

Full-genome sequence analysis revealed that an additional amino acid

mutation developed. in the DENVax-4 MVS, while the other three DENVax MVS lots

retained the consensus genome sequence of their pre-master seeds. Overall, from deriving

of the P1 seeds to the pre~-master (P7) seeds, only 1 or 2 non-synonymous mutations

occurred in a given seed. From P1 to MVS (PR) seeds, 2 to7 nucleotide substitutions were

identified in any given DENVax seed and only 2 to 3 of these substitutions resulted in

amino acid changes. Thus, minor changes occurred. RNA viruses are error-prone in their

27




WO 2014/150939 PCT/US2014/024603

genome replication, so genetic substitutions in flavivirus genome during cell passages are
not unexpected. None of the silent mutations in the MVS were within the 5° or 3’NCR that
may affect virus replication. Only the change in prM-52 Lys-Glu of the DENVax-2, and
the substitution in NS2A-66 Asp-Gly of DENVax-4 are not conservative changes. The
NS2A-66 mutation of the DENVax-4 is in the nonstructural backbone part of the DENV-2
PDK-53. Although NS2A-66 locus is usually Asp among various strains of DENV-2, it is
usually Gly for DENV-4. It is possible that the Asp to Gly change in the DENVax-4 is
relevant for fitness of the DENVax-4 in Vero cells. The DENVax-2 prM-52 mutation
resides in the C-terminal portion of the prM that is cleaved out from the mature virus
particles, In some exemplary methods, phenotypic characterization was performed to
confirm that none of the mutations in the MV'S seeds significantly altered the attenuation
phenotypes of the vaccine.

[000104] The DENVax viruses demonstrated high genetic stability during the
manufacturing process. The three defined DENV-2 PDK-53 attenuation loci located in
5’NCR, NS1-53, and NS3-250 remained stable in the consensus genome sequence upon
serial passage of the DENVax from pre-Master strains to bulk vaccine preparations. The
highly sensitive TagMAMA of the 5"NCR-57 locus demonstrated minimal or undetectable
reversion in the MVS, WVS (P9/Working), and BVS (Bulk Virus Seed for vaccines) of
dengue virus serotypes. The S"NCR-57 reversion rates of the DENVax BVS preparations
(P10-equivalent) were significantly lower than the 5’NCR-57 reversion rates that evolved in
research-grade vaccine candidates after 10-serial passages in Vero cells (4-74% reversion).
The strategy for large-scale manufacturing of the DENVax seeds provided herein resulted in
a genetically stable vaccine seed which retained the attenuation markers in the candidate
vaccing viruses.

Plague phenotype of DENVax MVS

[000105] In one exemplary method, plaque phenotypes of the DENVax MVS were
compared with wild type Dengue viruses and their homologous research-grade chimeric
viruses in Vero cells (Fig. 2). All of the MVS of DENVax-1, -2, and -3 produced plaques
that were significantly smaller than their wild type homologs and very simitar (within 0.4-
mm differences) to their homologous research-grade viruses in Vero cells. DENVax-4
MVS was also significantly smaller than the wild type DENV-4, but was slightly larger (0.9
mm difference) than the original lab derived D2/4-V chimera,

[000106] Fig. 2 represents an exemplary histogram illustrating plaque sizes of the

DENVax MVS in contrast with control wild type viruses and research-grade vaccine
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candidate viruses. Mean plaque diameters (mm) + SD (error bars) of the virus plaques in
Vero cells under agarose overlay measured on day 9 pi. The wild type DEN viruses,
represented by black bars, and previously published research-grade vaccine candidate
viruses, represented by white bars, were included for control and comparison to the
DENVax master vaccine seeds represented by grey bars.

Temperature sensitivity of DENVax MVS

{000107] In another exemplary method, temperature sensitivity was tested in Vero
cells for the DENVax MVS and compared with their homologous-wild type and the original
research-grade chimeric vaccine virus. The wild type (wt) DENV-3 16562 was not
temperature sensitive. The wt dengue virus serotype 1 and dengue virus serotype-4 were
moderately temperature sensitive at 39°C (titers were approximately 1.0 log;o pfu/ml lower
at 39°C than at 37°C, Fig. 3). Wt Dengue virus serotype-2 16681 was the most temperature
sensitive of the wt Dengue viruses tested, and resulted in a 100-fold titer drop at 39°C.
DENVax-1, -2, and -3 were as temperature sensitive as their original homologous research-
grade chimeric vaccine viruses (Fig. 2). Titers at 39°C dropped between 2.0 and 3.0 logo
pfu/ml for these DENVax strains. DENVax-4 also was temperature sensitive,
demonstrating a 5-fold reduction in titer, However, the original research-grade D2/4-V
demonstrated about a 10-fold reduction in titer. The final stabilized DENVax-4 MVS
contained F127 (and other agents known to stabilize these formulations (FTA)), which was
shown to enhance thermal stability of the Dengue viruses. The presence of the F127 in
DENVax-4 MVS likely contributed to the less pronounced temperature sensitivity of the
virus in the Vero culture assay. In a separate experiment, temperature sensitivity of an
MSV-derived DENVax-4 strain in the absence of F127 was further evaluated. To remove
the F127 from the strain, viral RNA was isolated from a DENVax-4 bulk virus preparation
and was transfected into Vero cells. This DENVax-4 virus appeared to be as temperature
sensitive as the D2/4 V research strain (titer reduced 1.5 log;o pfu/ml) on day 3 pi in the
absence of F127 (Fig. 3).

[000108] Fig. 3 illustrates an exemplary histogram illustrating temperature sensitivities
of DENVax MVS. The wild type Dengue viruses and previously published research-grade
vaccine candidate viruses were included for comparison. The DENVax-4 MVS contains
additional F-127 that can mask the temperature sensitivity results of the virus in this assay.
A separate experiment analyzing a surrogate DENVax-4 in the absence of F127 was also

included. Mean titers == SD (error bars) of the viruses replicated in Vero cells at 37°C or
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39°C.

DENVax MVS replication in mosquito C6/36 cells

[000109] In some exemplary methods, the DENVax MVS were grown in C6/36 cells
to verify their retention of the iz vitre attenuation phenotype, with the knowledge that the
research-grade chimeric vaccine viruses retained the attenuation phenotype of the backbone
DENV-2 PDK53 virus in these mosquito cells, Compared to the wt Dengue viruses,
DENVax-1, DENVax-2 and DENVax-4 MVS showed significant growth reduction (at least
3 logio pfu/ml reduction) in C6/36 cells on day 6 pi (Fig. 4). The DENVax-3 MSV also
exhibited reduced growth compared to the wt DENV-3 16562, but the reduction was not as
marked (1-2 logio pfu/ml reduction). However, the C6/36 titers of the DENVax-3 seed lots
were similar (within 1 logiopfu/ml difference) to the C6/36 titer of the original research-
grade chimeric D2/3-V vaccine virus.

[000110] Fig. 4 illustrates an exemplary histogram plotting restricted growth of
DENVax MVS (grey bars) in C6/36 cells in comparison with wt Dengue viruses (black bars)
and research-grade vaccine viruses (white bars). Mean titers + SD (error bars) of the
viruses replicated in C6/36 cells 6 days pi.

Virus infection, dissemination, and transmission rates in whole mosquitoes

[000111] In some exemplary methods, the infection and dissemination rates of the
DENVax were compared with their parental wt Dengue viruses. In certain exemplary
experiments, oral infection experiments were conducted in Ae. aegypti mosquitoes.
Infectious blood meals were back-titrated to measure the virus titers and only the
experiments with similar virus titers in the blood meal (less than 1 log;o pfu/ml differences)
between parental Dengue viruses and DENVax for each serotype were included for
comparisons in Table 4. DENVax-1, DENVax-2, and research-grade D2 PDK-53-VV45R
did not infect mosquitoes through oral feeding, which is significantly different (p < 0.0001)
from their parental viruses, DENV-1 16007 (44% infection) and DENV-2 16681 (43.3%
infection). Because no mosquitc was infected by DENVax-1 and -2, there was little to no
dissemination concern for these two vaccine viruses. While DENVax-4 did infect some
mosquitoes through oral feeding (2 out of 53), the infection rate was significantly lower (p <
0.05) than its parental wt virus, DENV-4 1036 (8 out of 50). DENVax-3 did not infect any
mosquitoes in two experiments with blood meal viral titers of 5.240.02 logig pfu/ml (Table
4), and in a separate experiment with blood meal viral titer of 6.0 logie pfu/ml, only 1 out of

30 mosquitoes became infected (data not shown). However, wt Dengue virus-3 16562 also
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had a very low infection rate (8%) at 5.2 logio pfu/ml, and the rate did not increase in a
separate experiment with a higher blood meal viral titer at 6.2 logio pfu/ml (3%, 1 positive
out of 30 mosquitoes, data not shown). Although the wild type (wt) Dengue virus-3 and
Dengue virus-4 had significantly lower infection rates than the wt Dengue virus-1 and
Dengue virus-2, the mean virus titers in the infected mosquitoes were similar (3.1 to 3.9
logo pfu/mosquito). In contrast, the DENVax-4 titers from the two infected mosquitoes
were both minimal (0.7 log;o pfu/mosquito), which was 1,000-fold lower than the titer from
the mosquitoes infected by wt Dengue virus serotype-4 1036 (3.9 + 1.5 pfu/mosquito).
[000112] For those mosquitoes that were infected, dissernination out of the midgut
could be assessed by determining whether virus was present in the legs. The four parental
DENVs resulted in dissemination rates ranging between 36.3% and 62.5%, and their mean
virus titers (in logio pfu) from the legs were between 0.9+0.3 and 2.2+0.7 (excluding
negative samples). Neither of the two DENVax-4 infected mosquitoes resulted in virus
dissemination to the legs (Table 4). While disseminated virus was detectable in the legs,
none of the four wt Dengue viruses was detectable in saliva of orally infected mosquitoes,
suggesting that oral feeding conditions may not be sufficiently sensitive to measure the
transmission rate of these DENVs. Therefore, in other exemplary methods, highly stringent
artificial mosquito infections by direct IT inoculation were subsequently performed (Table
4). Except for DENVax-4, all viruses {(wt and DENVax) achieved 100% infection of the IT
inoculated de. aegypti. The DENVax-4 inoculum had a slightly lower viral titer than the
other three viral inocula, but it still successfully infected 70% of the inoculated mosquitoes.
Despite the high body infection rates achieved by IT inoculation, all four DENVax viruses
exhibited significantly lower (p < 0.005) or non-detectable transniission rates (0-10%)
compared to the wt Dengue viruses (43-87%, Table 4). The DENVax viruses demonstrated
little to no infection and dissemination after oral feeding, and the highly stringent IT results

affirmed the minimal transmission capacity of these DENVax viruses in de. aegypti.

Table 4: Virus infection, dissemination, and transmission rates in whole mosquitoes

Oral Feed IT inoculation
Virus Blood ] Infectio | Body Dissemin | Inocu | Infectio | Body o f
Meal® n® Titer® ation® lum n’ Titers | Saliva

Meant Meant d . r Pfl.l/d 8 Meant . % d
sp | PPN | gy | 2| BON | N | BENY Ty ey P
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DENV-1 e | 0% | 6% 363% | s3g | 100G | 47F | 43%
16007 : ainsy | us (@/11) 2| ooy | oas | 350
0% 200 ‘ 100% | 34+ | 10% | <000
DENVax-1 6.9 o300 | NA | oot NA 678 | ooy | 039 | gnoy | s
DENV-3 e | B3% | 31% 385% | oo | 100% | 52% | 87%
16681 ' (350) | s (5/13) 31 ooy | 034 | eeno
D2 PDE53- 0% =00 100% | 40t | % | <0.00
VV4SR 6.4 0300 | N | oo NA 364 | ko30) | 020 | @noy | ol
0% 0.0 100% | 35 | 7% | <0.00
DENVax-2 6.4 o300 | M| oo NA 2T | oy | 027 | enoy | o
DENV-3 2 5% 38+ 0% | aa0 | 100% | 42% | 67%
16562 : ersy | o2 (1/23) 01 @o30) | 050 | 2030
531 0% 0.10 100% | 33= | 3% | <000
DENVax-3 | o2 | sy | ™ | 3 NA 373 1 Gopoy | 036 | amoy | ol
DAENV-4 58+ 6% | 397 625% | oo, | 100% | 52+ | 10%
1036 0.5 (8/50) L5 (5/8) 41 @onoy | tas | euan
54+ | 36% |07+ 003 | 0% | Lz | 0% | <600
DENVax-4 04 | @55 | oo 3 | 0% O2) | I8 1 hiagy | 046 | orn | or

*Virus titers or Meantstandard deviation if from more than 1 experiment in blood meal (log;, pfu/ml) by back titration
® Rate of virus detected in mosquito bodies. PN = positive/iotal mosquitoes

®Mean virus titers & standard deviation (log;e pfifmosquito} in mosquito bedy, only positive sample are included for
calculation '

¢ Statistic analysis of the differences between wt DENV' and DENVax by Fisher Exact probability

“Rale of virus detected in legs of the positively infecled mosquitoes

Rate of virus detected in saliva of the positively infected mosquitoes. Used 10 measure transmission efficiency

[000113] Vector competence is an important safcty component for live-attenuated
flavivirus vaccine viruses. Previously, the research-grade DENV-2 PDK-53-VV45R virus
and wt derivatives were tested in Ae. aegypti, and found that the NS1-53-Asp attehuating
mutation was the dominant determinant for impaired mosquito replication. The other two
major attenuation loci of the DENV-2 PDK-53 vaccine, fucleotide 5’NCR-57-T and NS3-
250-Val, also exhibited some inhibiting effect on replication in mosquitoes, thus providing
additional, redundant restrictions for mosquito vector competence. Some exemplary
methods described herein were used to test the mosquito oral and IT infection and
replication for all four DENVax strains. DENVax-1, -2, and -3 did not infect any Ade.
aegypri mosquitoes through oral infection (Table 4). The DENVax-4 infected only 3.6% of
orally exposed mosquitoes, a level significantly lower than that of the wt DENV-4 with a
replicative mean titer in the mosquito bodies lower than that of wt DENV-4 infected
mosquitoes. Surprisingly, DENVax-4 was detected in the legs of the infected mosquitoes,
suggesting that DENVax-4 was not able to disseminate from the mosquito midgut following
oral infection. The infection rates for the DENVax-1, -2, and -4 were all significantly less
than their wt counterparts, but the difference was not significant between DENVax-3 and wt
DENV-3 16562 due to the very low infection rates for both viruses. Compared to other wt
strains of DENV assessed in de. aegypti collected from the same Mae Sot Province,
Thailand, the parental wt Dengue virus strains used for engineering DEN'Vax appeared to

have lower infectious and dissemination rates by oral infection, The wt DENV-1 PUO359,
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DENV-2 PUO218, DENV-3 PaH881/88, and DENV-4 1288 used for engineering the
Yellow Fever (YF) 17D vaccine-based ChimeriVax-DEN vaccines had infection rates
ranging 47-77%. In contrast, the YF 17D vaccine cannot infect 4e. aegypti. Although the
ChimeriVax strains contained the prM-E from these highly infectious wt DENV, the
ChimeriVax retain the mosquito attenuation phenotype of their YF 17D replicative
backbone. Results provided herein also indicated that the mosquito attenuation of DENV-2
PDK-53 backbone was maintained in the DENVax strains. In addition, using the wt
Dengue virus strains with lower mosquito-infectivity in constructs included in.compositions
described herein provides an additional safety feature.

[000114] The oral infection results illustrate that the DENVax had minimum mosguito
infectivity and dissemination capacity. In addition, the more sensitive and stringent I'T
infection experiments were performed to further analyze the potential of DENVax to be
transmitted by Ade. aegypti. The IT results demonstrated that all four DENVax viruses had
non-detectable or minimal mosquito transmission potential compared to their wt -
counterparts. DENVax transmission could only theoretically occur if (1) vector feeds ona
vaccinee with a sufficient viremia titer to infect mosquito midgut, (2) the virus is capable of
replicating in the midgut epithelium and able to subsequently disseminate out of the midgut,
and (3) the disseminated virus can replicate in salivary gland and expectorate sufficient
virus in saliva for transmission. The threshold of human viremia required to infect
mosquitoes has not been established adequately, but human viremia can be 10%-10®
mosquito infections dosese (MIDso)/ml after natural wt DENV infection. This MIDso was
based on direct IT inoculation of mosquitoes with diluted human plasma. Analysis of
DENVax in nonhuman primates indicated that viremia titers following DENVax
immunization were very low (less than 2.4 log, pfu/ml) and lasted for 2-7 days. Given the
low viremia levels and the low mosquito infection, dissemination, and transmission capacity
of DENVax, it is unlikely that these vaccine viruses could be transmitted by mosquitoes in
nature or cause viremia,

[000115] Therefore, it is proposed that any of the passages of any of the serotypes (P1-
P10) could be used in a composition to generate a safe and effective vaccine against one,
two, three or all four dengue virus serotypes.

Neurovirulence in suckling mice

[000116] The original research-grade vaccine viruses were highly attenuated for
neurovirulence in newborn ICR mice maintained in-house at DVBD/CDC. All of these

mice survived ic (intracerebral) challenge with 10* pfu of each vaccine virus. The wt
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Dengue virus serotype-2 16681 virus, on the other hand, resulted in 62.5% - 100% mortality
in these CDC-ICR mice in various experiments. In some experiments, commercial ICR
mice obtained from Taconic Labs (Taconic-ICR) were used to study neurovirulence in
newborn mice. It was observed that newborn Taconic-ICR mice were significantly more
susceptible to Dengue virus serotype-2 infection than the previous CDC-ICR mice. Fig, 5A
summarizes the neurovirulence of wt Dengue virus serotype-2 {6681 in CDC-ICR colony
and Taconic-ICR newborn mice challenged ic with 10* pfu of the virus. The Taconic-ICR
mice (100% mortality in 32 mice, average survival time of 8.3 + 0.5 days) were more
susceptible to ic Dengue virus serotype-2 16681 challenge than the previous CDC-ICR mice
91% fatalities in 72 mice, average survival time of 14.6 + 2.3 days).

[000117] In other exemplary methods, in order to evaluate neurovirulence of the
DENVax MVS, the Taconic-ICR mice initially were challenged ic (intracerebrally)with a
dose of approximately 10* pfu of wt Dengue virus serotype-2 16681, D2 PDK-53 VV45R,
D2/3-V, or DENVax 1-4 virus in one (n=16) or two (n=31-32) experiments (Fig. 5B). At
this dose, D2/3-V research grade virus, as well as DENVax-1, and DENVax-3 MVS
exhibited fully attenuated neuravirulence phenotypes (no illness or mortality). As expected,
wt Dengue virus serotype-2 was found to be “fatal”, with average mouse survival time
(AST) of 8.3 + 0.8 days. In these Dengue virus serotype-2-sensitive Taconic-ICR mice, the
D2 PDK-53-VV45R research grade virus resulted in 81.3% mortality. The DENVax-2
MVS and DENVax-4 MVS were uniformly fatal in the Taconic-ICR, showing AST values
of 9.8 +1.7,10.2 £ 1.4, and 11.3 % 0.4 days, respectively.

[000118] In some exemplary methods, the neurovirulence of wt Dengue virus
serotype-2 16681 virus was compared with that of D2 PDX-53 VV45R, DENVax-2 MVS
and DENVax-4 MVS, as well as D2/4-V research grade virus, at a 10-fold lower dose (103
pfu, Fig, 5C). The wt Dengue virus serotype-2 retained a uniformly fatal neurovirulent
phenotype, with AST of 9.0 + 1.4 days, at this lower challenge dose. The other 4 viruses
exhibited intermediate neurovirulence phenotypes, and the degree of neurovirulence was
serotype-specific. The D2 PDK-53-VV43R virus and its DENVax-2 MVS cognate showed
significant attenuation (32.3% survival with AST of 13.1 & 3.8 days and 31.2% survival
with AST of 10.5 & 3.4 days, respectively). Both the DENVax-4 MVS and the research
grade D2/4-V virus were highly attenuated for neurovirulgnce (81.3% survival with AST of
18.8 + 5.8 days and 100% survival, respectively). The results suggested that MVS of
DENVazx-1 and -3 exhibited complete attenuation of neurovirulence, while DENVax-2 and

-4 MVS lots retained attenuation phenotypes that closely resembled their homologous
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research-grade virus vaccine candidates.

[000119] Figs. 5A-5C represent exemplary graphs illustrating neurovirulence in
newborn mice tested with various compositions including wt Dengue virus serotype-2 and
different attenuated Dengue viruses. Pooled results of numerous experiments summarizing
the neurovirulence of wt Dengue virus serotype-2 16681 virus.in CDC-ICR (#n~=72) and
Taconic-ICR (#=32) newbom mice challenged ic with 10* pfu of the virus (A),
Neurovirulence of DENVax MV tested in Taconic-ICR mice with a dose of 10° pfu (B) or
10° pfu (C). The numbers of animals tested per group in one experiment (n=16) or two
pooled experiments (n=31 or 32) are indicated.

Plaque phenotype of WVS, and BVS

[000120] Certain studies were performed to compare plaque phenotypes of WVS and
BVS with MVS, wt Dengue viruses and their homologous lab derived, research-grade
chimeras in Vero cells (Fig. 6). Mean plaque sizes were calculated from 10 plaques for
each vaccine virus, but from reduced numbers of wt DENV-1, -3, and -4. All of the MVS
viruses of DENVax-1, -2, and -3 produced plaques that were significantly smaller than their
wt homologs and very similar (within 0.4-mm differences) to their homologous research-
grade viruses in Vero cells, DENVax-4 MVS was also significantly smaller than the wt
DENV-4, but was slightly (0.9 mm) larger than the original Iab derived D2/4-V chimera.
With the exception of the DENVax-2, all of the WVS and BVS of the DENVax-1, -3, -4
retained significantly smaller plaque sizes than those produced from their wi homologs. The
DENVax-2 WVS and BVS produced plaques that were similar to the plaques of wt DENV-
2 virus in Vero cells, but when tested in LLC-MK; cells all of the DENVax-2 manufactured
seeds produced plaques that were somewhat smaller than those of the wt DENV-2 (1.4 + 0.4)
and similar to the lab derived D2 PDK-53-VV45R (1.0 == 0.3) (Fig. 6).

[000121) Evatuation of the phenotypic markers of viral attenuation, including small
plaque phenotype, temperature sensitivity, reduced replication in mosquito cells, reduced
infection/dissemination/transmission by mosquitoes, and reduced neurovirulence in
newborn ICR mice, were assessed for the compositions of MV stocks. Results indicated
that all of the DENVax retained the expected attenuation phenotypes similar to the original
research-grade vaccine viruses. Given the mutations responsible for attenuation are
conserved inall MVS, WVS and BV, it can be expected the attenuated phenotypes to be
retained in the material manufactured for human clinical testing.

[000122] Fig. 6 represents an exemplary histogram itlustrating plaque size of the
DENVax MVS, WVS, and BVS. Mean plaque diameters + SD (error bars) of the virus
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plaques in Vero or LLC-MK cells under agarose overlay measured on day 9 pi. The wt
DENVs and previously published research-grade vaccine candidate viruses were included
for controt and comparison.

Virus replication in mosquito C6/36 cells

[000123] Previous studies demonstrated that the research-grade PDK-53-based
chimeric vaccine viruses retained the attenuation phenotype of the backbone DENV-2
PDKS53 virus in C6/36 cells. In some exemplary methods, the DENVax MSV, WVS, and
BVS were grown in C6/36cells to verify their retention of this in vitro attenuation marker
after large scale manufacturing. Compared to the wt Dengue viruses, except for DENVax-3,
the manufactured seeds showed marked growth reduction (at least 3 log;o PFU/ml reduction)
in C6/36 cells on day 6 pi (Fig. 7). The DENVax-3 seeds also exhibited reduced growth
compared to the wt DENV-3 16562, but the reduction was not as marked (1-2 logio PFU/ml
reduction). However, the titers of the DENVax-3 seed lots were similar (within 1 logio
PFU/ml difference) to the original research-grade chimeric D2/3-V vaccine virus.

[000124] Fig. § represents an exemplary histogram plotting restricted growth of
DENVax MVS, WVS, and BVS in C6/36 cells. Mean titers = SD (error bars) of the viruses
replicated in C6/36 cells 7 days pi. The wt Dengue viruses and previously published
research-grade vaccine candidate viruses were included for comparison.

Neurovirulence in suckling mice

[000125] Additional experimernts were performed to analyze neurovirulence in
newborn ICR mice. At an intracranial dose of 10 PFU, the survival rates for wt DENV-2
16681 and the D2 PDK-53-VV45R were 0% and 18.8%, respectively (Fig, 9A) in the ICR
mice, but were about 20% for wt DENV-2 16681 and 100% for the D2 PDK-53-VV45R in
the CDC ICR mice. In this study, DENVax-1 and DENVax-3 MVS were attenuated (100%
survival) for the mice at a dose of 10* PFU, but the MVS.of DENVax-2 and DENVax-4
caused 100% mortality at the dose of over 10* PFU (Fig. 5A). However, when tested ata
dose of 10° PFU of virus, the DENVax-2 (31.3% survival) and DENVax-4 (81.3% survival)
showed reduced neurovirulence relative to wt Dengue virus serotype-2 16681 (0% survival),
and their survival rates were similar to those of the research-grade vaccine candidates D2
PKD-53-VV45R (32.3%) and D2/4-V (100%), respectively (Fig. 9B). Although, wt DENV-
1, -3, or -4 were not included for comparison in this study, previous work demonstrated that
wt DENV-1 16007 was attenuated in the CDC-ICR mice by the ic route, while both wt
DENV-3 16562 and DENV-4 1036 were highly virulent (0% survival) for the CDC-ICR
mice. It is likely that these 3 wt DENV would exhibit similar or greater virulence in the

36



WO 2014/150939 PCT/US2014/024603

more susceptible Taconic ICR mice. Therefore, inclusion of these wt Dengue viruses for
comparison with their homologous DENVax MVSs was considered to be uninformative.
This study indicated that all 4 DENVax MVSs and original laboratory derived candidate
vaccine viruses exhibit comparable mouse attenuation phenotypes relative to the wt DENV-
2 16681.

[000126] Figs. 9A-9B represent exemplary graphs of data of neurovirulence of
DENVax MVS in newborn ICR mice. (A) IC inoculations of the virus at dose of 10° PFU.
(B) IC inoculation of the virus at dose of 10° PEU

[000127] All seed lots of the DENVax were tested for the identity, sterility, and
freedom from undesirable agents. Full-genome sequence analysis revealed that one extra
amino acid mutation evolved in the DENVax-4 MVS, while the other 3 DENVax MVSs
retained the consensus genome sequence of their pre-master seeds. In WVS lots, the
DENVax-3 acquired an extra amino acid mutation and the other 3 serotypes accumulated 2
extra amino acid substitutions, relative to their pre-master seeds. Genome sequences of all
the 4 BVS lots were identical to their WVS lots. Overall from the P2 seeds to the pre-
‘master (P7) seeds, only | or 2 non-silent mutations occurred ina given seed. Between pre-
master and BCS (P10) seeds, only 1 to 2 nucleotide substitutions were observed, all of
which occurred in NS2A, 4A, or 4B, with the exception of single nucleotide change
resulting in a conserved glycine and alanine at residue E-483. From P2 to BVS (P10) seeds,
total 3.to 8 nucleotide substitutions were identified in any given DENVax seed, and only 2
to 4 of these substitutions resulted in amino acid changes. None of the silent mutations in
the BVS were within the 5°- or 3°-NCR region which may affects virus replication. These
results suggest that the DENVax viruses were genetically highly stable during manufacture.
The three defined DENV-2 PDK-53 attenuation loci located in ’NCR, NS1-53, and NS3-
250 remained unchanged in the consensus genome sequence upon serial passage of the
DENVax to generate BVS stocks. The highly sensitive TagMAMA of the 5°-NCR-57 locus
showed minimal or undetectable reversion in the MVS, WVS, and BVS of DENVax, The
highest reversion rate of 0.21% was identified in the DENVax-2 BVS. The reversion rates
of the P10-equivalent BVS (<0.07% to 0.21%) were significantly lower than the reversion
rates that evolved in other vaccine candidates after serial passages in Vero celis (4-74%
reversion by P10). This suggests that this strategy for large scale manufacturing of the
DENVax sceds is successful, regarding maintaining genetic stability and retention of
attenuation markers in the candidate vaccine viruses.

[000128] Since MVS stocks disclosed herein will be used for future manufacturing of
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WVS and BVS lots, full panels of virus attenuation phenotype evaluations, including small
plaque phenotype, temperature sensitivity, reduced replication in mosquito cells, reduced
infection/dissemination/transmission in whole mosquitoes, and reduced neurovirulence in
newborn ICR mice, were conducted for all MVS or their equivalent surrogate stocks, For
the WVS and BVS stocks, plaque size, infectivity in mosquito cells, were also performed to
confirm their attenuations. Results indicated that all the MVS stocks of the 4 serotypes of
DENVax retained the expected attenuation phenotypes, such as small plaques, reduced
replication in C6/36 cells, and reduced mouse neurovirulence, similar to the original Iab-
derived vaccine viruses (Figs. 6, 8, and 9). Except for the DENVax-4, all other 3 MVS
stocks of DENVax were TS at 39°C as shown in Figs 3 and 7.

[000129] For the WVS and BVS stocks, two attenuation phenotypes, small plaques
and restricted replication in C6/36 cells, were analyzed and confirmed. Since there are very
little genetic changes between the MVS and BVS, it was expected that they would retain the
attenuation phenotypes as MVS. In addition to the experiments described in this report,
safety and immunogenicity of the manufactured DENVax in-Agl29 mice and nonhuman
primate -have been tested.

[060130] Exemplary methods are provided herein to demonstrate manufacture of
DENVax MVS, WVS, and BVS stocks under cGMP. The BVS stocks were used to
formulate the tetravalent DENVax currently in human clinical trial evaluations. A unique
manufacture strategy to optimize the genetic stability and safety of the manufactured MVS
was provided in some exemplary methods. Since the main attenuation loci of the DENVax
have been well characterized previously and a highly sensitive and quantifiable SNP assay,
TagMAMA was developed to integrate genome sequence and the TagMAMA to identify
optimal pre-master seeds for making the MVS. The genetic and phenotypic
characterizations of the MVS were fully analyzed to confirm that these viruses retained
desirable attenuations for safety of the vaccine. This may be the only live, attenuated viral
vaccine that can be efficiently analyzed for all the major attenuation genetic loci during
manufacturing from pre-master all the way to BVS stocks. Results provided herein
exemplified the advantage of strategically designed live-attenuated vaccines in vaccine
safety.

[000131] Fig, 10 represents an exemplary table comparing new live, attenuated viruses
to previously generated live, attenuated dengue viruses. Mutations are indicated where

different from a control virus (e.g. 16681), or other live, attenuated dengue-2 viruses.
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Materials and methods
Viruses and cells
[000132] DENV-1 16007, DENV-2 16681, DENV-3 16562, and DENV-4 1034 served
as wild-type (wt) DENV controls, and they were the parental genotype viruses for the four
recombinant DENVax vaccine candidates, DENVax progenitor research-grade viruses,
designated as D2/1-V, D2 PDK-53-VV45R, D2/3-V, and D2/4-V, were prepared and
characterized previously. Vero (African green monkey kidney) cells used for making the
master and working cell banks for vaccine production were originated from the American
Type Culture Collection (ATCC) CCL81 cell line that has been characterized by the World
Health Organization (WHO) for vaccine manufacture (WCB-Vero cells).
Derivation of live recombinant DENVax viruses from cDNA clones
[606133] To re-derive the candidate vaccine viruses under cGMP manufacturing
conditions, the previously engineered DENV infectious cDNA clones, pD2-PDK-53-
VV45R, pD2/1-V, pD2/4-V, and in vitro-ligated pD2/3-V containing the full genome-
length viral cDNAs were used to make fresh viral RNA transcripts by in vifro transcription
as described previously. Briefly, Xbal-linearized DENV genomic ¢cDNAS were treated with
proteinase K, extracted with phencl/chloroform and precipitated in ethanol to remove any
residual proteins, and then suspended in RNase-free Tris-EDTA buffer prior to transcription.
The in vilro transcription was conducted using the AmpliScribe T7 High Yield
Transcription kit (Epicentre Technologies) following the manufacturer’s recommended
protocol. The RNA A-cap analog, m7G(5")ppp(5°)A (New Eagland BioLabs), was
incorporated during the 2-hr transcription reaction to add the 5’-terminal A-cap to the RNA
transcript. ‘The samples were then treated with DNase I to digest the template cDNA,
followed by low pH phenol/chloroform extraction and ethanol precipitation to remove
residual DNA and proteins. The purified RNA transcripts, suspended in RNase-free water,
were distributed in 20-ul aliquots and stored at -80°C until ready for transfection of cells.
The integrity and concentration of the RNA transcripts were analyzed by agarose gel
electrophoresis. Each 20-ul aliquot was estimated to contain sufficient genome-length viral
RNA to permit transfection of 0.4-1 x 107 production-certified Vero cells by electroporation.
[000134] Transfection of each RNA transciipt into WCB-Vero cells was performed in
the cGMP facility at Shantha Biotechnics. DENVax RNA transcripts were thawed, mixed
with 400 pl of the Vero cell suspension (1 x 107 cells/ml), and transferred to a pre-chilled
sterile electroporation cuvette (4-mm gap) for electroporation by a Gene Pulser Xcell total
system (BioRad Laboratories). Each sample was pulsed once at 250V/cc Ohms/500 pF,
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incubated for 10-15 min at room temperature, transferred to a 75-cm” flask containing 30 ml
of cell growth medium (MEM with 10% FBS), and.incubated at 36°C + 1°C, 5% CO, for 6
to 11 days. The culture medium was harvested, clarified by centrifugation, stabilized, and
stored in.small aliquots below -60°C. The viral titers of candidate vaccine stocks (termed
P1 for passage level 1) resulting from transfection were determined by plaque titration assay
in Vero cells and used for further propagation of the DENVax seeds.

Manufacture of DENVax virus seeds

(000135} P1 virus seeds were used to propagate DENVax pre-master, master, working,
and bulk virus seed lots through a strategy designed to ensure the optimal genetic stability
and safety of the manufactured lots. This strategy included three serial plaque purifications,
as well as genetic analyses of viruses at various passage levels to select the optimal clonal
virus population for continued sced production (Table 1). Briefly, the P1 seeds harvested
from transfected cells were amplified once by infection of Vero cells at a MOI of 0.001 to
generate the P2 seeds. Aliquots of the P2 seed stocks were evaluated by plaque morphology
and complete viral genomic sequencing. The genetically confirmed P2 stocks were plated
on Vero cell monolayers with overlay medium as described in the plaque titration section
below to generate well-isolated plaques. After visualization with neutral red, six individual
plaques from each of the 4 serotypes of vaccine viruses were isolated (plaque clones A to F)
and mixed into 0.5 ml of culture medium (passage ’3). Each of the six plaque suspensions
was subjected to two additional rounds of plaque purification, resulting in twice- and thrice-
plaque purified virus seeds at passages P4 and P35, respectively. The PS5 viruses were
amplified through two sequential Vero passages to produce P7 seed stocks.

[0001346] Genetic analysis of the three major DENVax attenuation loci using spot
sequencing and/or Tagman-based mismatched amplification mutation assay (TaqMAMA)
as previously disclosed, and plaque phenotype analysis were conducted to screen all 24 P7
seeds. Seeds possessing appropriate initial characteristics were then further characterized by
full genomic sequencing. As a result-of these analyses, one of the 6 (clone A-F) P7 seeds of
each DENVax serotype was selected to be the pre-master seed, based on the presence of the
DENV-2 PDK-53 attenuating mutations, minirnal genomic sequence alterations, and
expected plaque phenotype. Each selected pre-master seed was expanded to master virus
seed (MVS or P8) by a-one-time passage of the virus at MOI of 0.001in multiple 175 cm’
flasks of Vero cells. Except for the DENVax-4 MVS, the master virus seeds were harvested
at 8-10 days post infection (pi). The MVS stocks were harvested at 6-10 days post infection
(p), clarified by centrifugation, stabilized by the addition of sucrose/phosphate/glutamate
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solution (final concentration 7.5 % sucrose, 3.4 mM potassium dihydrogen phosphate, 7.2
mM dipotassium hydrogen phosphate, 5.4 mM monosodium glutamate, respectively) and
0.95 to 1,90% FBS (final concentration). DENVax-4 MVS was prepared differently to
optimize its yield. Briefly, multiple flasks of cells were infected with DENVax-4 pre-master
seed at a MOI of 0.001 in the presence of 0.1% F-127™ poloxamer 407, (other EQ-PO
block copolymers have been assessed and may substitute here, see issued patent ) that have
been demonstrated to enhance DENV virus thermal stability. Infectious media was
harvested days 6-10 pi, and stabilized with 17% FBS (final concentration), pooled, and
frozen. All four DENVax MVS stocks were stored as 1-ml aliquots below -60°C..

[000137] The DENVax working virus seeds (WVS) were prepared by one-time
passage in Vero cell culture of the MVS at a MOI of 0.001. The procedures were similar to
the production of MVS, except they were cultured in multiple-layer cell factories (6360
cm®). The WV stocks were filtered through 10 uM and 0.45uM filters, stabilized with the
same stabilizers used for the MVS, aliquoted into 30ml PETG bottles or 2.0 ml cryovials,
and stored below-60°C.

[000138] In certain methods, bulk virus seeds (BVS) were produced by infecting
multiple cell factories (6360 cm? each) of confluent Vero cells with 90 mL of diluted WVS
to attain 2 MOI of 0.001. A media used for dilution of the WVS inocula contained 0.1% F-
127™ without serum. After 1.5 hr adsorption, cells were washed 3 times with PBS, and 800
ml of serum-free DMEM medium was added to each cell factory, and the factories were
incubated at 36(x1)°C in 5(20.5)% CO,. After incubation for four days, small aliquots of
medium were collected for sterility testing. Viruses were harvested between day 5 and day
10 pi, and immediately clarified by filtration through a 0.45.um pore size filter, and 1L of
each clarified virus pool was stabilized by addition of 500 ml of 3x FTA buffer (final
concentrations of 15% trehalose, 1.0% Pluronic® F-127™

albumin USP in PBS, pH 7.4). The stabilized virus was distributed into 1-L. PETG bottles

poloxamer 407, 0.1% human

and stored frozen below -60°C for subsequent pooling and quality control testing. All
stabilized virus harvests with a virus titer above 10° PFU/ml and an acceptable level of
residual DNA were rapidly thawed in a water bath at 32°C, then aseptically pooled and
mixed. Each pooled monovalent BVS was distributed into labeled PETG containers and
stored at below -60°C until further use.

Manufacture product quality conirols

[000139] The MVS, WVS, and BVS seeds were tested for identity, sterility, and
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detectable adventitious agents. The identity of each vaccine stock was confirmed by RT-
PCR with DENVax serotype-specific primers. The amplified cDNA fragments contained
the E/NS1 chimeric junction site to permit identification of each of the four DENVax
serotypes. Each seed was tested in all 4 serotype-specific RT-PCR reactions to confirm viral
identity and freedom from cross contamination with heterologous DENVax serotypes.
Sterility testing was performed in accordance with TSP 71 (United States Pharmacopeia,
section 71). Mycoplasma testing was performed.

[000140] The following in vitro and in vivo tests for viral contamination were all
performed using unclarified, unstabilized DENVax harvests collected during manufacture
of the seeds. Harvested infectious media were first neutralized with DENV rabbit
polyclonal antiserum (Inviragen) at 36 = 1°C for 1 hr to inactivate the DENV. For in vitro
test, the neutralized seeds were inoculated into three indicator cells lines, MRCS, VERO
and MA104, in 25 cm” flasks. Echo virus (CPE control) or mumps virus (hemadsorption
control) were used as positive CPE or hemadsorption control, respectively. All cells were
monitored daily for CPE for a total of 14 days. At the end of 14 days, the culture
supernatant was removed and replaced with 10 mL of a guinea pig red blood cell (RBC)
solution (3 mL.of 0.5% guinea pig RBC in phosphate buffered saline, made up to 10 mL
with cell growth medium). The flasks were then incubated at 5 + 3°C for 30 minutes
followed by incubation at room temperature for 30 minutes. The monolayers were washed
with PBS and observed under 10 X magnification for the presence of any star-shaped
clumps of RBCs for hemadsorption, ‘

[000141] In vivo tests for adventitious agents were performed in suckling mice, post-
weaning mice and guinea pigs. Suckling mice were inoculated with 0.1ml or 0.01 ml1 (10
mice in each dose group) of the DENV-antiserum neutralized seed sample through
intraperitoneal (ip) injection. Similarly, 10 post-weaning mice were each inoculated ip with
0.5 ml or 0.03 ml of the sample. Guinea pigs (5/group) were each inoculated ip with

5.0 mL. Suckling mice were observed daily for morbidity and mortality for a total of 14
days following inoculation. Post-weaning mice were observed for a total of 28 days, and
guinea pigs were observed for a total of 42 days following inoculation. The test articles met
the acceptance criterion if >80% of the inoculated animals remained healthy throughout the
observation period.

[600142] The in vivo testing for contaminants was also performed in embryonated
chicken eggs and was conducted. For every sample, 10 embryonated hen eggs (9 days old)

were each inoculated with 0.5 mL of the DENV antiserum-neutralized sample into the
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allantoic fluid and incubated at 35°C for 3 days. The allantoic fluids from these 10 eggs
were harvested, pooled and passaged into the allantoic fluid of 10 fresh embryonated eggs
(10-11 days old; 0.5mL/egg) and incubated at 35°C for a further 3 days. Similarly, for each
sample, 10 embryonated eggs (6-7 days old) were each inoculated with 0.5 mL per egg
(DENVax-2 monovalent BVS ) or 0.25 mL per egg (DENVax-1, DENVax-3 and DENVax-
4 BVS ) by injection into the yolk sac and incubated at 35°C for 9 days. The yolk sacs from
these 10 eggs were harvested and pooled, and a 10% suspension was passaged into the yolk
sacs of 10 fresh embryonated eggs (6-7 days old; 0.5 mL/egg) and incubated at 35°C fora
further 9 days. Eggs inoculated into the allantoic fluid (both initial and passage inoculations)
were observed for viability after 3 days incubation. Both pools of allantoic fluid were tested
for hemagglutination activity using chicken, guinea pig and human type O erythrocytes at
4°C and 25°C. Eggs inoculated into the yolk sack (both initial and passage inoculations)
were observed for viability after 9 days of incubation.

Virus plaque assay and immunofocus assay

[000143) Virus titers were measured by plague assay or immunofocus assay using
Vero cells. Plaque assays were performed in double agarose overlays in six-well plates of
confluent Vero cells as previously described, and they were also used to evaluate the plaque
phenotypes of the DENVax seeds. For accurate comparison, plaque sizes of all virﬁses,were
measured and compared in the same experiment. After visualization with neutral red on
day 9 pi, up to 10 well isolated plaques for each virus were measured for mean plaque size
calculation. Fewer plaques were measured for wt DENV-1, -3, and -4, whose larger plaque
sizes often did not permit measurement of 10 well-separated plaques.

[000144) Because tetravalent DENVax contains all four DENV serotypes, a DENV
serotype-specific immunofocus assay was developed to quantitate each DENVax
component in the tetravalent formulations. Immunofocus assays of each individual
DENVax MVS were compared with the plaque assays to ensure virus titration results were
comparable between the two assays. The immunofocus assay was conducted in 6-well
plates of confluent Vero cells infected with serially diluted viruses. Cells were overlayed
with a balanced salt medium (BSS/YE-LAH medium) containing:0.7% high viscosity
carboxymethyl cellulose (Sigma) and incubated for 7 days at 37°C with 5% CO,. Afier
removal of overlays, cell sheets were washed 3 times with PBS, fixed with cold 80%
acetone for 30min at -20°C, washed once with PBS, and blocked with a blocking buffer
containing 2.5% (w/v) nonfat dry milk, 0.5% Triton X-100, 0.05% Tween-20 in PBS at
37°C for 30 min. Blocked cells were incubated with diluted DENV serotype-specific MAbs,
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1F1 (DENV-1), 3HS5 (DENV-2), 8A-1 (DENV-3), or 1H10 (DENV-4) in blocking buffer at
37°C for 1 hour or 4°C overnight, washed 3 times with washing buffer (0.05% Tween-20 in
PBS), and incubated with alkaline phosphatase- or horse radish peroxidase (HRP)-
conjugated affinity-pure goat anti-mouse IgG (Jackson Immuno Research Laboratories) at
37°C for 45-60 min. Plates were washed 3 tiﬁies before the appropriate substrate, 1-Step
NBT/BCIP plus suppressor (Pierce) for alkaline phosphatase or Vector-VIP kit (Vector
Labs) for HRP, was added for color development. Color development was stopped by
rinsing with water when the foci were fully developed. Stained immunofoct were directly
visualized and counted on a light box.

Genetic sequence '

[000145] Full length genomes of the MVS and WVS were sequenced (see below).
Briefly, viral RNA was extracted from DENVax seeds by using the QlAamp viral RNA kit
(Qiagen), and overlapping cDNA. fragments covering the entire genome wete amplified
using the Titan One Tube RT-PCR kit (Roche Applied Science, Inc.). The amplified cDNA
fragmenis were gel purified before sequencing with both forward and reverse primers using
the BigDye Terminator v3.1 cycle sequencing kit (Applied Biosystems). Sequence reactions
were cleaned using the BigDye XTerminator Purification kit (Applied Biosystems), and run.
on the 3130x1 Genetic analyzer (Applied Biosystems) at DVBD/CDC. The Lasergene
SeqMan software (DNAStar, Inc) was used for genome analysis and comparison.
Tagman-based mismatch amplification mutation assay (TagMAMA)

[000146] TagMAMA is a sensitive, quantitative single nucleotide polymorphism assay
developed to permit finer assessment of the fevel of reversion at the SNC-57 locus of
attenuation, and was further optimized. for this study. Extracted viral RNA from MVS and
WVS were analyzed by the TagMAMA with both sets of primers/T'aqman probe that are
specific to wt or the vaccine 5NC-57 region, The forward primers used to detect DENV-2
wt and vaccine sequences were D2-41-GC and D2-40-TT, respectively. The 3'-terminal
nucleotide of each forward primer matched the specific 5"NCR-57 nucleotide for each virus,
while the nucleotide adjacent to the 3'-terminal nucleotide in each primer differed from the
DENYV-2 viral geromic sequence to enhance the mismatch effect. The reverse primer, CD-
207, and the Tagman probe, CD-169F, for both wt and vaccine scts were identical.
Sequences of the primers and probe as well as cycling conditions were described previously.
The real time RT-PCR was performed with the iQ5 or CFX-95 system (BioRad), using a
BioRad iScript RT-PCR (for probes) kit, in a 25-u11 reaction containing 5 pl of viral RNA
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template, 0.4 uM of each primer, and 0.2 uM of the probe. Triplicate reactions for each wt-
and vaccine-specific assay were conducted for each sample. Genome copy numbers were
determined relative to a standard curve prepared for each viral genotype, where the RNA
standards were transcripts derived from plasmids containing nt 1-2670 of cach genotype-
specific cDNA. In addition, the specificity of the assay was confirmed by testing each RNA
standard with the heterologous genotype primer/probe sets to ensure minimum cross-
reactivity in every experiment. The resuits were reported as the percentage of viral genomes
showing reversion. Previously, due to higher cross-reactive backgrounds that limited the
input RNA levels for this assay, the original detection sensitivity was about 0.1% reversion
(discrimination power). Since then, the assay has been further optimized using improved
real-time PCR equipment and reaction kits, and the cross-reactive background was
decreased considerably at much high levels (7-8 logiocopies) of RNA template input. This
optimization resuited in significant improvement of the detection sensitivity, down to 0.01-
0.07% reversion.

Virus replication in mosquito C6/36 cells and temperature sensitivity in mammalian Vero
cells

[000147] The replication phenotypes of the four DENVax MVS stocks and wt DENV-
1, -2, -3, and -4 viruses were evaluated in C6/36 mosquito cells (dedes albopictus). C6/36
cells grown in 6-well plates were infected in duplicate with each virus at a MOI of 0.001
and incubated with 4 ml/well of DMEM medium containing 2% FBS in a 5% CO, incubator
at 28°C. Small aliquots of the culture supematant were collected for each virus on day 6 pi,
mixed with an equal volume of medium containing 40% FBS, and stored at -80°C until
ready for virus plaque titration.

[000148] Temperature sensitivity was conducted by comparing viral growth at 39°C
versus growth at 37°C at five days pi of Vero cells in 6-well plates. Cells were infected in
quadruplicate with each virus at a MOI of 0.001 at 37°C. Following adsorption of virus, the
mfected cultures were incubated with 4 ml/well of DMEM medium containing 2% FBS in 2.
separate 5% CO, incubators, one set (duplicate plates) at 37°C and the other at 39°C.
Aliquots (50-ul) of the culture supernatant were collected on day S pi, mixed with an equal
volume of DMEM containing 40% of FBS, and stored at -80°C until ready for virus plaque
titration. Incubator temperatures were calibrated with NIST-traceable factory-calibrated
thermometers (-1 to 51 °C; ERTCO).

Mosquito infection, dissemination, and transmission

45



WO 2014/150939 PCT/US2014/024603

1000149] Aedes aegypti mosquitoes used for the study were from a colony established
in 2002 from a village near Mae Sot (16° N, 33’ E), Thailand. After emerging from larvae,
adult mosquitoes were maintained at 28°C at a 16:8 (light:dark) photoperiod with 10%
sucrose solution provided ad /ibitum. Five-to-seven day old female mosquitoes were used
for infectious blood meal feeding or intrathoracic (IT) inoculations. Aliquots of freshly
cultured DENVax and wt DENV were used immediately upon harvest (without any freeze-
thaw cycle) 16 make virus blood meals as indicated below for oral infection. Remaining
virus supernatants were supplemented with FBS to a final concentration of 20%, and
aliquots were stored at -80°C for future virus plaque titration and IT inoculation experiments.
The freshly prepared DENVax seeds for these experiments were amplified from the pre-
master seeds in Vero cells, and were considered DENVax MVS equivalents.

[000150] Infectious blood meals were prepared by mixing fresh virus at a ratio of 1:1
with defribrinated chicken blood (Colorado Serum Company) on the day of oral infection.
Mosquitoes were sugar-starved overnight and then offered the virus:blood mixture for 1
hour using a Hemotek membrane feéeding system (Discovery Workshops). A 50-ul aliquot
of the blood meal was retained at -80°C for back-titration of virus doses. Fully-engorged
fernales were sorted under cold anesthesia and placed into cartons with 10%.sucrose
solution-provided ad libitum. Cartons were placed at 28°C with a photoperiod of 16:8 bt
{light:dark). After 14 days, 25-30 mosquitoes from each virus group were anesthetized via
exposure to triethylamine (Flynap ®, Carclina Biological Supply Company) and one hind
leg was removed and placed in 0.5 ml of DMEM with 10% FBS and 5%
penicillin/streptomycin (100U/ml and 100pg/ml respectively). Saliva was collected by
inserting the proboscis of the anesthetized mosquito into a capillary tube containing 2.5%
FBS and 25% sucrose solution. Mosquitoes were allowed to salivate for at least 15 minutes
and then capillary tubes and bodies were placed into separate tubes containing DMEM,
Mosquito bodies, legs and saliva were stored at -80°C until they were triturated and assayed
for infectious virus. For IT inoculation, mosquitoes were cold-anesthetized and inoculated
with approximately 50 pfu of virus in 0.34 pl inoculum. Inoculated mosquitoes were kept
for 7 days in the same conditions as described above. Mosquitoes were then anesthetized,
and their saliva and bodies were collected as described above. Samples were stored at -80°C
until further processing.

[000151] To process the samples for virus titration, body and leg samples were
homogenized with copper coated BBs (Crossman Corporation, NY) at 24 ¢y¢les/second for

4 min using a mixer mill, and then clarified by centrifuging at 3,000 x g for 3 min. Saliva
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samples were centrifuged at 3,000 x g for 3 minutes to expel fluid from capillary tubes.
Ten-fold dilutions of the body and leg homogenates and saliva samples were tested for
presence of infectious virus by plague assay. Results from bodies, legs, and saliva were
used for determining the infection, dissemination, and transmission rates, respectively.
Mouse neurovirulence

[060152] Timed pregnant female ICR mice were obtained from Taconic Labs, and
monitored several times each day to determine approximate birth times of pup litters. Ina
given experiment, approximately 12-24 hours after birth, two litters of eight pups per virus
(n=16), was challenged with 10° to 10" pfu of virus in 20 pl of diluent by intracranial (ic)
inoculation using a 30-gauge needle. Animals were monitored at least 3 times daily for at
least 32 days following challenge. At the first sign of illness (rough fur, hunched back,
weight loss, abnormal movement, paralysis, or lethargy) animals were euthanized by lethal
anesthetization with isoflurane gas, followed by cervical dislocation. The post-infection day
of euthanasia represented the “time to illness/morbidity” or “survival time” for the animal.
The animal experiments were conducted following a DVBD/CDC IACUC-approved animal
protocol.

Derivation of Master Seed Viruses

DENvax-1 Master Virus Seed (MVS)

[000153] Nucleotide sequence of the chimeric viral genome and deduced amino acid

sequence of the translated protein are provided herein. Most of the prM-E gene (nt 457 to -
2379, underlined) is wild-type (wt) DEN-1 16007 virus specific; the remaining genome is
DEN-2 PDK-53 virus specific. All engineered substitutions differ from wt virus (D1 16007
or D2 16681), as well as extra mutations (changes from engineered cDNA clone) detected
in the MVS are marked.

Substitutions Included in the Genome and Protein:

[000154] Junction sites between D1 (prM-E) and D2 backbone:
a. | nt 451-436): engineered silent mutation, nt-453 A-to-G
b. : (nt 2380-2385): engineered mutations, nt-2381/2382 TG-to-CC
(resulted in E-482 Val-to-Ala change)

[000155] D2 PDK-53 virus backbone (change from wt D2 16681): all in bold
S'-noncoding region(NCR)-57 (nt-57 C-to-T): major aitenuation locus {in red)
NS1-53 Gly-to-Asp (nt-2579 G-to-A); major sttermaiion locas (in ved)
NS2A-181 Leu-to-Phe (nt-4018 C-to-T)

NS3-250 Glu-to-Val (nt-5270 A-to-T): msaor aticnyation locus (is red)
nt-5547 (NS3 gene) T-to-C silent mutation

e L S
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f. NS4A-75 Gly-to-Ala (nt-6599 G-to-C)
*nt-8571 C-to-T silent mutation of PDK-53 is not engineered in the vaccine virus

[000156] DEN-1 prM-E (change from wt D1 16007)
a. Engineered nt-1575 T-to-C silent mutation to remove native Xbal site

[000157] Additional substitutions found in vaccine seed (0.03% nt different from
original clone)
a. NS2A-116 Ile-to-Leu (nt-3823 A-to-C, in bold)
b. NS2B-92 Glu-to-Asp (nt-4407 A-to-T, in bold)
¢. nt-7311 A-to-G silent mutation (in bold)

N¥OR-B7-T,. D2 PDE-S3 attenuation locus {eb D2 1§681: &}

»5'-Noncoding Ragion e
10 20 30 40 50 60 7C 80 ag 100
AGTTGTTAGTCTACGTGGACCGACAAAGACAGATTCTT TGAGGGAGC TAAGC TCAA T GTAGTTCTAACAGTTTTT TAATTAGAGACGCAGATCTCTGATGA.
M N
110 120 130 140 150 160 170 180 190 200

ATARCCAACGEAARARGGCGAARRACACGCCTTTCAATATECTGAAACGCGAGAGAARCCGCGTETCGACTGTCCARCAGCTGACARAGAGATTCTCACT
N ¢ R X KA KNTUPVFUNMTLI K RETRNURVYVYS TV Q QL TI KU RTF S8 L

210 220 230 240 250 260 270 280 290 300
TGGAATGCTGCAGGCACGAGGACCATTAARACTGTTCATGGCCCTEOTGGCETTCCTTCGTTTCC TAACAATCCCACCAACAGCAGGGATATTGAAGAGA
¢ M » g G R GPL KL FM ALYV A F LRVPFIL TTI PP T AIGTI L K R

310 320 3¢ 340 350 360 370 380 3%0 400
TGGGGAACAATTAARARATCAAAAGCTATTARTGTTTTGAGACCETTCAGGAAAGAGATTGGAAGEATGCTEGAACAT! CTTGRATAGGRGACGCRGATCTG
w e TI K K S KA TI ¥V L RGF R K EIGRMULDNTITLUNU®RTERIEREUERSA

>prd Beginning of D1 16007 sequence
410 420‘ 430 440 450 !460 470 480 490 500
CAGGCATGATCATTATGCTGATTCCAACAGTGATCGCGTTCCATTTARCC GOGGAGAGCCGCATATGATAGTTAGCAAGCAGGARAGAGGAAA
¢ M I L M & I P T VMATPFUHTILTTRG GG GTEU®PHMTYV 38 KOOI EUZR G K

I

. splicing site (nt-453 A-to-G gilent)

510 520 530 540 550 560 570 580 580 600
GTCACTTTTGTTCARGACCTCTGCAGETGTCAACATGICCACCCTCATTGCEATAGAT TTGGGAGACTTE TG TCAGCACACGATCACCTACAAATGCCCC
& L L F XTS5 ARGVNMCOCTILIAMDILTGET LT CTEHUDTMTT?YZ K C P

610 620 630 640 650 660 670 680 690 700
CGEATCACTGAGECEGAACCACGATCACGTTGACTCTTGGTGCARTGCCACGGACACATGGGTGACCTATGEARCCTGCTCTCABACTSGCGAACACCGAL
R I T EAEUPDUDUVVDOCUW CNAMTDTWV TY @ T OC®S8 g TOGEUHT RR

»M
710 720 730 740 750 760 770 780 790 800
GAGACARACGTTCCGTCGCATTCGCCCCACACGTEGGECTTGGCCTAGARACRAAGAGCCGARACGTGEATGTCCTCIGAAGGTGCTTGGARACAGATACA
D K R 8§ VALAPHVGELGEL ET®RAETUWM S S EGALZHWHIEKOQTIQ

810 820 830 840 850 860 a7o 880 890 800
ARRAGTRGAGACTTGEGCTCIGAGACATCCAGGATTCACGETGATAGCCC T T TT TCTAGCACATGCCATAGGAACATCCATCACCCAGARAGGGATCATT
K v ETWAULRUHZPGTPFTV I AL F L A EATIOGCTS S I TOQEKGTI I

>E
510 920 830 940 850 960 870 980 990 10Q0
TTCATTTTGCTGATCCTGEGTARMCACCATCTATGGCCATGCGATGCGTGGGAATAGGCAACAGAGACTTCGTGEAAGGACTGTCAGGAGCAACATCGETCG
F I L. LM L VTP S MAMUERTCYG I GNZRUDTFJUVYEGTILS G ATWUVD

1010 1020 1030 1040 1050 1060 2070 1080 1090 1100
ATGTGGTACTGGAGCATGGANGTTGCGTCACCACCATGCGCARAAAACAARCCAACACTGGACATTGRAL TCTTGAAGACGGAGGTCACAAACCCTGCACT
vV v L. EHG6SCV TTMAI EKDNIXUP T LD TIETLTLIEKTEUYVTDNZP AV

1110 1120 1130 1140 1150 1160 1170 1180 1180 1200
TCTGCGTARATTGTGCAT TGRAGCTAAAATATCAAACACCACCACCGATTCGAGATGTCCAACACAAGGAGAAGCCACACTGGTGGAAGARCAAGACGLG
L R KL ¢I EAK I SDNUTTTDRD S R CUPTOGGEWSBTULV EEGQDRBA

1210 1220 1230 1240 1250 1260 1270 1280 1290 1300
AACTTTETETGCCGACGARCGTTCCTGGACACAGGCTEGGECAATGGCTGTGGGC TATTCCGAAAAGGTAGT CTAATARCGTEGTCGCCAAGTITARGTGTG
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N F VvV ¢ RRTTTPFYVDURG®W G N GCG6L F & KG STLITZGCAZHRKT EFIEKTCYV

1210 1320 123¢ 1340 1350 1360 1270 1380 1390 1400
TEACAARACTAGALGEAARGATACTTCARTATGAAAACCTARAATATTCAGTGATAGTCACCETCCACACTGEAGATCAGCACCAGETGCGARATGAGAC
T ¥ L E G K I VvV @ ¥ E N UL K Y S VIV TVEHETGSEDAQHQVGGNET

1410 1420 1430 1440 1450 1460 1470 1480 1490 1500
TACACAACATGGAACARC TEGCAACCATAACACCTCAMCTCCTACGTCGCAAATACAGCTGACCEACTACGGAACCCTTACATTAGATTGTTCACCTAGE
T E H ¢ T T aATTITZPOQOSAD®PTS ETIT L TDY & TTILTIULDC S8 P R
1510 1520 1530 1540 1550 1560 15790 1580 1580 1600
ACAGGGCTAGATTTTAACGAGATGGTGT TG TGACAATGAAAGAAAGATCATGCC TTGTCCACAANCAATGETTCCTAGACTTACCACTGCCTTGGACCT
T ¢ LD ¥ N EM V LLTMIEKTEHZRSWILVHIEKGQWT FILDTLUPULPWTS

Engineered silent mutation (nt-1575 T-to-C): remove the native DEN-1 virus-specific xbal site

1610 1620 1638 1640 1650 1660 1670 1680 1690 1700
CTGEGGCTTCAACATCCCARGAGACTTGGAACAGACAAGATTTACTCCTCACATT TAAGACAGCTCATGCAARGAACGCAGGARGTAGTCGTACTAGGATC
G A S T 8 @ ETWMNROQ@EDILDL YV TPFE KTRAHA ZMIEKEKUOQEVYVYV 'V L G S

1710 1720 1730 1740 1750 1760 1770 1780 1790 1800
ACAAGAAGCAGCAATGCACACTGCGCTGACTCGACCGACAGAAATC CAARCGTCAGGAACGACAACAATTTTCGCAGGACACCTARAATGCAGACTAARR
Q E ¢ AMHTATLTSGA ATETITSGETTTIT FAGHTLIEKUOGCRILK

1810 1820 1830 1840 1850 1860 1870 1880 1890 19¢40
ATGGACAAACTAACTTTAARAGGGEATGTCATATG TGATGTGCACAGCCTCATTCAAG T TAGRAGAAAGAAGTGECTGAGACCCACCATGGARCTETICIGS
M DKL TTL K G M S8 Y V M CT G S F KIULEIKEUVYVYSARETOQUHGTV L ¥V

1510 1920 1930 1940 1950 1563 1970 1880 1990 2000
TGCAGGTTAAATATGAAGGAACAGACCCACCATGCAAGATTCCCTTTTCGACCCAAGATGAGAARGGAGCAACCCAGAATGGGAGATTAATAACAGCCAR
Q vV K Y EG T DA P C K I P TF 8 TQDE K G A T 0Q N ¢ R L I T A N

2010 2020 2030 2040 2050 2060 2070 2080 2080 2100
CCCCATAGTCACTGACAAAGAAAAACCAGTCAATATTGAGGCAGARCCACCCTTTECTGAGAGCTACATCCTCGTAGGAGCAGG TCAARARGCTTTGARR
P I ¥ T D K E K P V N T E A EUPPF G E S Y I VVE6AGEIZKZ BA2TLK

2119 2120 2130 2140 2150 2160 217¢ 2180 2130 2209
CTAAGCTCETTCARGAAAGGARGCAGCATAGCEAARATGTTTCAAGCAACTGCCCGAGEGACCACGAAGGATGGCCATTCTGGGAGACACCCCATGCGACT
L 8 W F K K & 8 8 I @ KM F EA T ARG R2RRTBERMDZaZTILITLTGUDTAUWTDTF

2210 2220 2230 2240 2250 2260 2270 2280 2280 2300
TCEETTCTATAGGAGEAGTETTCACGTCTATGEGARAACTGETACRCCAGCTTTTTGEARCTGCATATGGAGTTTTGTTTAGCGGAGTTTCTTGEACCAT
¢ 8 I ¢ G v F T 8 M G KL V H@V F ¢ T AZY S VL F S8 G VvV 8 W TM

End of D1 16007 sequence

- 2310 2320 2330 2340 2350 2360 2370 2380 2380 2400
GAAAATAGGEAATAGGGATTCTGCTGACATEGCTAGGAT TAMATTCARGGAACACGTCCCTTTCGATGATGTGCATCGCAL! TTGTGACACTGTAT
K I ¢6 I ¢ I L L T WUIL 6L NS RNTSL SMMTZ©CTIAA I v T L ¥

¥ splicing slte, B-482 Val-to-Ala (nt-2381/2382 TG-to-CC)

>NS1
2410 2420 2430 2440 2450 2460 2470 2480 2490 2500
TTGGGAGTCATGGTGCAGGCCGATAGTGGTTGCGTTGTGAGCI'GGAAAAACMGAACTGRBATGTGGCAGTGGGATTT"TCATCACAGACAACGTGCACA
L ¢ vV M vV Q A DS GCV VvV S W KN X EIL K CG S8 G6 I F I TDNWVET

2510 2520 2530 2540 2550 ‘2560 2570 2580 2590 264040
CATGEACAGRACAATACAAGTTCCARCCAGARTCCCCTTCARAACTAGCT TCAGCTATCCAGAAAGCCCATGAAGAGGACATTTGIGGAATCCCCTCAGT
W T E Q Y K F P E 8 P S KL A S A I @ KA HEZEW®TIUGCGTIU®RS YV

G2 PDR-53 NEi-H3-Asp sthsnuation locus {wbd D2 L688L: &y, ab-2873-6)

2610 2620 2630 2640 2650 2660 2670 2680 2690 2700
RACAAGACTGGAGARNT CTEATGTGEARACARAATAACACCACRATTGART CACATTCTATCAGARANTGAGGTGARGT TAACTATTATGACAGGAGACATC
T R L EN LMW K QI TU?PETLDNUETITL ) S E N E V KL TTIMTOG D I

2710 2720 2730 2740 2750 2760 2770 2780 2790 2800
AARGGAATCATGCAGECAGGAAARCGATCTCTGCGECCTCAGCCCACTGAGCTGARGTATTCATGGAAAACATGEGGCARAGCAAARAATGCTCTCTACRAG
K ¢& I Mm 9§ A ¢ KR 8 L, R P Q P T E L K Y S8 W XK T WG KA KM UL S T E

2810 2820 2830 2840 2850 2860 2870 2880 ‘2890 2900
AGTCTCATAACCAGACCTTTCTCATTEGATGGCCCCGANMACAGCAGAATGCCCCAACACARATAGAGCTTGGAATTCGT TEGGAAGTTGARGACTATGGCTT
s H ¥ Q T F L I DG P ETHARETCPNTWNU RUAMWESTULEUVETDTYSGTF

2910. 29290 2930 2940 23950 2360 2970 2380 ‘2950 3000

TGGAGTATTCACCACCAATATATGGCTAAAATTGARAGAAARACAGGRTGTATTCTGCGACTCAARACTCATE TCAGCEGCCATAARAGACRACAGAGLC
¢ v FTTUHN I WL XKL KEIEKOUGQDVPFPF CD S KL M S A A I KDDNT RA
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3010 3020 3030 3040 2050 3060 3070 308¢ 3080 310
GTCCATGCCGATATGGGTTATTGGATAGARAGTGCACTCAATGACACATEGAAGATAGAGAARGCCTCTTTCATTGAAGT TARARARCTGCCACTEECCAR
v H ADMSGY W I ES ALUNDTMW K I EZ X22ZSTF I EV KU NTZGCHW®W ? K

311C 3120 3130 3140 3150 3160 3170 3180 3180 3200
ANTCACACACCCTCTGGAGCAATGEAGTGCTAGARRGTCAGATGATAATTCCARRGARTCTCGCTGGACCAGTGTCTCAACACARCTATAGACCAGGCTA
S ETL W S NV L E S EMTITI P XK NTILAGZ®PV S Q BE N Y R P G Y

32140 3220 3230 32240 3250 3260 3270 3280 3290 3300
CCATACACAAATAACAGGACCATGGCATCTAGGTARGCTTGAGATGGACTTTGATTTCTGTGATGGAACAACAGTCGTAGTGACTGAGGACTGCGCARAT
BT I TG P WHILGIKILEMUD?P¥®¥ DF CDOGTTV YV V TETDTCGNHN

3310 3320 3330 3340 3350 3360 3370 3380 3390 3400
AGAGGACCCTCTTTGAGAACAACCACTGCCTCTGGARAACTCATARCAGAATGGTGCTGCCGATC TTGCACATTACCACCECTAAGATACAGAGETCAGS
R G P S L R T TTA S G KL I T EWTCU CRSTTCTTILUPUPULUZRYRGETD

»NS2A
3410 3420 3430 3440 3450 3460 3470 3480 3490 3500
ATGEETECTEETACGEGATGGAAATCAGACCATTCAAGGACAAAGAAGAGAATTTEATCAACTCC TIGG TCACAGC TCEACATAGGCAGGTCGACAACTT
¢ ¢C W ¥ ¢GM EI RPLIEKEI KEEDNILVNSIL VT AOGIHGT G GV DDNF

3510 3520 3530 3540 3550 3560 3570 3580 3590 3600
TTCACTAGGAGTC TTGGGAATGGCATTGTTCCTCCAGCAAATCCTTAGGAC COGAGTAGGAACGAAACATGCAATACTACTAGTTGCAGTTTCTTTTGTS
s L6 Vv L 6G6M ALYV FTILUEIEMTUL®RRT® RV G TEKHATITLTULUV AV S F V

3610 3620 3630 3640 3650 3660 3670 3680 3690 3700
ACATTGATCACAGGGARCATGTCCTTTAGAGACCTGGGARGAGTGATCGTTATGGTAGGCGCCACTATGACGEGATGACATAGGTATGGGCGTGACTTATS
T L I T & N M S F R DL GRV MV M ¥ @A TMTODUD I GMGCV T Y L

3710 3720 3730 3740 3750 3760 3770 3780 3790 3800
TTECCCTACTAGCAGCCTTCARAGTCAGACCAACTTTTGCAGCTGGACTACTCT TGAGARAGCTGACCTCCARGGAATTGATGATGACTACTATAGGAAT
AL LA AF KVRZPTT FAACGILTULULRIEKT LTSI KETLMMTTTIOGI

3810 3820 3830 3840 3850 3860 3870 3880 3890 3900
TGTACTCCTCTCCCAGAGCACCCTACCAGAGACCATTCT TGAGTTGACTGATGCGTTAGCCTTAGGCATGATCCTCCTCARAATGCTGAGAAATATGGAA
v L L $ ¢ s T L P ETIULEVLTDAULATILUGMMUV L KMV YVRNME

Additional N52A-116 Ile-to-Leu {nt3823 A-to-C) mutation in master and pre-master seed’

3910 3920 39830 3340 3850 39860 3870 3980 33230 4000
AAGTATCARTTGECAGTCGACTATCATGGCTATCTTGTGCGTCCCARACGCAGTGATATTACARARCGCATCGAAAGTGAGTTGCACRAATATTGGCAGTGG
K ¥ ¢ L. A v TIMATIILUCGCUYVY PN A VY I L Q ¥ A WKV S ¢ T I L AV V

4010 4020 4030 4040 4050 4060 4070 4080 4090 4100
TETCCETTTCCCCACTGTTCTTAACATCCTCACAGCAARAAACAGAT TGGATACCATTACCAT TGACGATCARRGG T CTCAATCCAACAGCTATTTTTCT
5 v 8 P L FL TS S Q ¢ KTDW I P LAULTTIIZ KT GTULUNUZ P®THB BTITFTL

D2 PDE-51) specific NS2A-181-Phe (wt D2 16681: Leu, nt-4018-C)

>NS2B
4110 4120 4130 4140 4150 4160 4170 4180 4190 4200
AACRACCCTCTCARGAACCAGCAAGRAAAGGAGCTGGCCATTARATGAGGCTATCATGGCAGT CGGGATGETGAGCATTTTAGCCAGTTCTCTCCTAARR
T T L 8 R T & K K R 88 WP LN E-ZMTI MAUY G MV S8 I L A B8 585 L L K

¢210 4220 4230 4240 4250 4260 4270 4280 4290 4300
AATGATATTCCCATGACAGEACCATTAGTGGC TGGAGEECTCCTCACTCTGTECTACGTECTCACTGEGACGATCGGCCEATT TCCARCTGGAGAGAGCAG
¥ DI PMTG?PLV AGGLTL T VY ¢ ¥ ¥ L TGRS A DULETLETRARZR

4310 4320 4330 4340 4350 4360 4370 4380 4390 4400
CCGATGTCARATGGGAAGACCAGECACACGATATCAGGAAGCAGTCCARTCCTGTCAATAACAATATCAGAAGATGETAGCATGTCOATAAALAATGAAGA
D v KW EUDOQA AZETI &S GS &P I L 8 I T 1I1I S5 ED G S8 M 5 I KN E E

4410 4420 4430 4440 4450 4460 4470 4480 4490 4500
GGAAGATCARACACTEACCATACTCATTAGARCAGGATTGCTGGTGA TCTCAGGACTTTTTCC TG TATCAATACCARTCACGECAGCAGCATGGTACCTG
EDQTLTIL I R T GUL L VY I &8 G L F p VvV & I P I TAAAMWTY L

Additional NSZB-92 Glu-to-Asp (nt-4407 A-to-T) mutation (in master and pre-magter seed)

>N83
4510 4520 4530 4540 4550 4560 4570 45890 2590 4600
TGGGRAGTGAAGAAACAACGEGCCGEAGTATTGTGCGATGTTCCTTCACCCCCAC CCATGGGARAGGCTGAACTGEARGATGGAGCCTATAGAATTAAGT
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W E V K K Q R A & V L WDV PS5 P PPMOGEKA AZETLEUDTSGH A?YRTIIZKDZOQ

4610 4620 4630 4640 4650 4660 - 4870 4680 4690 4700
ABMRAAGGGATTCTTGGATATTCCCAGATCGGAGCCGGACTTTACAAAGRRGGARCATTCCATACAATGTEGCATCTCACACGTGGCGCTGTTCTAATGCA
K ¢ I L 6 ¥ & QI 6 A GV Y K EGTU FHTM®WHTYTTZRGS-AZ2YTLMHEH

4710 4720 4730 4740 4750 4760 4770 4780 4790 4800
TARAGGRAAGAGGATTGAACCATCATGGGCGCGACGTCAAGARAGACCTANTATCATATGGAGGAGGC TCCAAGT TAGAAGEAGAATGGAAGGAAGGAGAL
K 6 K R I E P 8 WAUDUV K XODI LTI S Y G GG WXL EGEWI KE G E

4810 4820 4330 4840 4850 4860 4870 4880 4890 4900
GARGT! CCAGGTATTGGCACTGGAGCCIGGAAAAAATCCAAGAGCCGTCCARACGAAACCTGGT CTTTTCARAACCAACGCCGGARCRATAGGTGCTGTAT
E V Q VL 2L E P & KNP R AV QTXPGIL F KTNZ-MOGTTIGA'V 8

4910 4920 4930 4940 4950 43860 4370 4980 4550 5000
CTCTGGACTTTTCTCCTGGAACCTCAGCATCTCCAATTATCGACARAARAGGARARCTTGTGCGT CTTTATGGTARTGGTGT TGTTACAAGGAGTGGAGC
L D F 8 P G T $ G s P I I DKI KGU KUYV L ¥ & NGV YV TZ RZSEG 2

5p10 5020 5030 5040 8050 5060 5070 5080 5090 5160
ATATGTGAGTGCTATAGCCCAGACTGAAAAAAGCATTGAAGACAACCCAGAGATCEAAGATGACATTTTCCGAARGACAAGACTCACCATCATGGACCTC
¥ v s A I A ¢ T EIX S I EDMN®PETIEUDU DTIU?PFPURI KT RIERILTTIMWMMDL

5110 5120 5134 5140 5150 5160 5170 5180 5190 5200
CACCCAGGAGCGGGAARGACGAAGAGATACCTTCCGGCCATAGTCAGAGAAGCTATAARACGGGETTTGAGARCATTRATCTTGGCCCCCACTAGAGTTG
H PG A G KTXR YL ?P» A IV REHA BAZATEIZ KT RGLIRTULTITTILATPTTZ RV YV

5210 5220 5220 5240 5250 5260 5270 5280 5280 5300
TGGCAGCTEARATGGAGGAAGCCCTTAGAGGACTTCCAATARGATACCAGACCCCAGCCATCAGAGCTERGCACACCGEGCGGEAGATTGTGGACCTAAT
A A EMEEALR®RUGL?PIRYQT?PAIRAS¥UHTUGRETIVD L M

D%z PDE-53 MNS3-250-¥Yal attenuaticn lodus -:w'r. N2 15681 la, nt-5370-3}

5310 5320 5330 5340 5350 5360 5370 5380 5390 5400
GTGTCATGCCACATTTACCATGAGGCTGCTATCACCAGTTAGAGTGCCARACTACAACCTGAT TATCATGGACGAAGCCCATT TCACAGACCCAGCAAGT
Cc B ATP¥F TMRIL L S PV RY PNUYNILTITIMDEA BAUHT FTTZDTZPAS

5414 5424 5430 5440 5450 5440 5470 52480 54390 5500
ATAGCAGCTAGAGGATACATCTCAACTCGAGTGEAGATGEETGAGECAGCTGGGATTTITATGACAGCCACTCCCCCGEGEAAGCAGAGACCCATTTCCTC
I A A R GY I s TRV EMSGEWH HBAAUGTIT FMTA ATUZPU®PGS RDUZPTF P Q

5510 £520 5530 5540 8550 5560 5570 5580 5590 5600
AGAGCAATGCACCAATCATAGATGAAGAAAGAGAAATCCCTGAACGC TCGTGGAATTCCGGACATGAATGGETCACGGATTTTAAAGCEGAAGACTGITTG
S N A P I I D EE®RETI P ER S WHN S GHEWV TDTFIEKUGI KTV W

D2 PDE-53 silent mutation nt-5547-C (wt D2 16681: T}

5610 5620 5630 5640 5650 5660 5870 5680 5690 5700
GTTCGTTCCARGTATAARRGCAGGARATGATATAGCAGCTTGCCTGAGGAAAARTGCAARGARRGTGATACAACTCAGTAGGAAGACCTTTGATTCTGAG
F v P 8 I K A 6 N DT A A CL REKDN G KKV I QL S R KTV FD S5 E

5710 5720 5730 5740 5750 5760 5770 5780 5750 5800
TATGTCAAGACTAGAACCAATCATTEGCACTTCGTGETTACARCTCACATTICAGARATCEGTGCCAATTTCAAGGCTGAGAGGGTTATAGACCCCAGAC
Yy vV K TR TN NDWDF Vv VY T™TUDI S8 E M GANTFIE KA AEWRUVIUDUZPRR

5810 5820 5830 5840 5850 5860 5870 5880 5850 5900
GCTGCATGARACCAGTCATACTAACAGATGGTGARGAGCGEETGATTCTEGECAGGACCTATGCCAGTGACCCACTCTAGTGCAGCACAAAGRAGAGGGAG
¢ M K?P VI L, TDGETEZ RTYVIILA®G?P?PMU©PYVTHS S aAQRZERGR

5910 5920 5930 5940 59850 5960 5970 -5980 5990 6000
AATAGGAAGARATCCAAAANATGAGAATGACCAGTACATATACATGGCGGAACCTCTGCAAAATGATGARGACTCTGCACACTGGAAAGAAGCTAAAATG
1 6 R N P K NEWNUDG Y I ¥YMGEPDLEWDNWNDTETUDTCDH ARHWIE KEWR®RI KM

6010 6020 6Q30 6040 6050 &06G 6070 6080 §090 6100
CTCCTAGATAACAT CARCACGCCAGRAGGAATCATT CCTAGCATGTTCGAACCAGAGCGTCARAAGGTGEATGCCAT TGATGECGAATACCGCTTCGAGAG
L L bbN I NN T P E G I ¥ P S M F E P EUREIZ KV DATIDSZGTETYZRULZRG

6110 512¢ 6130 6140 6150 4160 6170 6180 6190 6200
GAGAAGCARGGARARCCT T TGTAGACTTARTGAGAAGAGGAGACCTACCAGTCTGETTEGCCTACAGAGTGGCAGC TGAAGGCATCAACTACGCAGACAG
E A R KT F VvV DL M®RRGDUL P V WL AYRVYV A AEG I NYADR

6210 6220 6230 6240 6250 6260 6270 6280 6290 6300
AARGGICGETGTTTTGATCGAGTCAAGARCAACCAAATCCTAGAAGARARCGTGGAAGT TGAANTCTGGACARARGAAGGGCCARAGGARGARAATTGAANCCT
R W ¢ F D6V KNIDNGRTITULETEUZNU VEUYVETLIHWMWTIEKETGZET RIEKI KTILZXK?®P

>NS4a
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6310 6320 6330 6340 6350 6360 6370 6380 6390 6400
AGATEGTTEGATGCTAGGATCTATTCTGACCCACTGGCGCTARAAGAATTTARGGAAT TTGCAGCCEGAAGAAAGTCTCTGACCCTGARCCTAATCACAG
R W Lb, O AR I ¥ 8 DPLATLIEKET FIEKETF AU BUIGEGDZRI XKXSTILTIULDNTILTITTE

6410 6420 6430 6440 6450 6460 6470 6480 6490 6500
ABATGGATAGGCTCCCAACCTTCATGACTCAGARGGCAAGAGACGCACTGGACAACT TAGCAGTGCTGCACACGGCTGAGECACGTEGGRAGAGCGTACAA
M 6 R L P T FMTHLKOS2Z2URUDALDWNTILA AV VILUHITAZEA AUGS GU®RATYN

6510 6520 6530 6540 6550 6560 6570 6580 6590 6600
CCATGCTCTCAGTGRACTGCCGGAGACCCTEEACACATTGCTTTTACTGACACT TCTEECTACAGTCACGGGAGGGATCTTTTTATTCTTGATGAGCGCA
H A L §$ EL P ETZLETTU LLILILTTIL L ATV TG G I F L F L M S A

D2 PDK-S3 specific NS4A-75-Ala (wt D2 16681: Gly, nt-6599-G)

6610 6620 6630 6640 6650 6660 6670 6680 6690 6700
AGAGGCATAGCGCAAGATGACCCTGEGARTGTGCTGCATAATCACGGC TAGCATCCTCCTATGGTACGCACARATACAGCCACACTGGATAGCAGCTTCAA
R ¢ I ¢ KM TLGMOCT CTIITHAS I L L W Y A QI Q P HWTI A A S8 I

6710 6720 6730 6740 6750 6760 6770 a78G 6790 6800
TAATACTGGAGT TTTTTCTCATAGT TT TGCTTATTCCAGRACCTGARAARCAGAGAACACCCCAAGACARCCAACTGACCTACGTTGTCATAGCCATCCT
I & EF FLIVLULTI PEZ®PEI KIOQ@RTU®PGQQDUNQ@@ULTYV VI ATITIL

>NS4B
6810 6820 6830 6840 6850 6860 6870 6880 6890 6200
CACAGTGGTGGCCGCARCCATGGCARACGAGATGGGTTTCCTAGAAAANACGAAGARAGATCT CGGATTCGGAACGCATTGCAACCCAGCAACCCGACGAGT
TVVAATMANEMGFLEKTKKDLGLGSIATQQPES

6910 6320 6930 6940 6950 6960 6970 6980 6990 7000
ARCATCCTGGACATAGATCTACCTCCTGCATCAGCATGGACGCTGTATGCCGTGGCCACAACATTTETTACACCAATGTTGAGACATAGCATTGAAAATT
N ¥ .. pb I DLERUP A S A WTULY AV A TTPF VYV TPMTULUZERIEHESTIZET NS

7010 7020 7030 7040 705Q 7060 7070 7080 7090 7100
CCTCAGTGRAATCTGTCCCTAACAGCTATAGCCARCCARGCCACAGTGTTAATCECTC TCEEGARAGEATGGCCATTGTCARAGATGGACATCGGAGTTCC
8 v N VYV 58 L TATIAUDNOQATUVLMOGTIL G KOG WPUL S KMUDTIGTVYV P

7110 Ti20 7130 7140 7150 7160 7170 7180 1190 7200
CCTTCTCGCCAT TGGATGCTACTCACAAGTCAACCCCATAACTCTCACAGCAGCTCTTTICTTATTGGTAGCACATTATGCCATCATAGGGCCAGGACTC
L L AI G CY B8 QVN®PITULTAATLTFIULILVYAMHHYAITIGUZ EPOGL

7210 7220 7230 7240 7250 7260 7270 7280 7290 7300
CARGCARAAGCARCCAGAGAAGCTCAGAARAGAGCAGCGGCGGGCATCATGAARAACCCAACTGTCCATGGAATAACAGTGATTGACCTAGATCCAATAC
Q A K ATRUE®BAOQ XRAAAGTIMIEKNUPTYD I TV I DLUDUPTIUP

7310 7320 7330 7340 7350 7360 7370 7380 7390 7400
CTTATGATCCGAAGTTTGARARGCAGTTGGGACAAGTAATGCTCCTAGTCCTCTGCGTGACTCAAGTATTGATGATGAGGACTACATGGGCTCTAGTGTGA
Yy D P K F EX QL 6 ¢Q VMILIL VL CVTQV L MMZPBRTTTWATILCE

Additiconal silent mutation (rt-731L A-teo-G, in master and pre-master seed)

7410 7420 7430 7440 7450 7460 7470 7480. 749G 7500
GG TAACCTTAGCTACCGGEECCCATCTCCACATTCTGGGAAGGRAAT CCAGGGAGGTTTTGGARCACTACCATTGCEGTGTCAATGGCTAACATTTTT
AL T L ATG?PI 3 TTILWEG GNP G RPF WHNTITTTIAV S MANTITF

> NS5
7510 7520 7530 7540 7550 7560 7570 7580 7590 7600
AGAGGGAGTTACTTGGCCGGAGCTEGACTTCTCTTTTCTAT YATGAAGAACACAACCAACACANGANGGGGAACTGGCAACATAGGAGAGACGCTTECAG
R ¢ 8 'Yy LA G AGILULPF S8 I MXKMNTTNT®RIRGTU GWNTIGETTILGGTE

7610 7620 7630 7640 7650 7660 7670 7680 ) 7690 7700
AGAAATGGARAARGCCGATTGAACGCATTGGGARAARGTGAATTCCAGATCTACAAGAARAGTGGAAT CCAGGARGTGEATAGARACCTTAGCAAAAGAAGG.
K W ¥ 8 R L N A L @ K 8 B F Q@ I ¥ K K S8 G I g 2 v DIZERTUL A K E G

7710 7720 7730 7740 7750 7760 7770 7780 7790 7800
CATTAARAGAGGRGAANCGGACCATCACGCTETCTCGCGAGGCTCAGCARAACTGAGATGGTTCGTTGAGAGAAACATGGTCACACCAGARGGGAARGTA
I X R G ETDHHAUV S R G S A KU&L RWUF VvV ER®NMTYTPE G KV

7810 7820 7830 7840 7850 7860 7870 7880 7890 7300
GTGGACCTCGGTTGTGGCAGACGAGGCTGGTCATACTATTGTGCGAGGAC TARAGAATGTAAGAGAAGTCARAGGCCTAACARAAGGAGGACCAGGACALCG
vV oL g CGRG G W S Y ¥ CGGGTL KNV REV XK GL T KGG P G H E

7210 7320 7930 7940 7950 7960 7870 7380 7990 8000
ARGAACCCATCCCCATGTCAACATATGGGTGGARTCTAGTGCETCTT CAAAGTGEGAGT TGACGTTTTCTTCATCCCGCCAGARARGTGTGACACATTATT
E P I P M § T Y GG WDNILV RIL QS GV DV F F I' P P E K CDT L L

8010 8020 8030 8040 80540 8060 8070 8080 8090 8100
CTCTGACATAGGGGAGTCATCACCARATCCCACAGTGGAAGCAGGACGAACACTCAGAGTCCTTAACTTAGTAGAARATTCGGTTGAACAACAAMCACTCAA
¢ DI & B 5 8 PNPTVEAGERTT LU RUVILINILIVYVEINW®Z¥ILDNDNIDNTQ
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8110 8120 8130 8140 8150 8160 8170 8180 a19¢ ‘8200
TTTTGCATARAGGTTCTCAACCCATATATGCCCTCAGTCATAGAAARAATGGAAGCACTACARAGGARATATGCGAGCAGCCTTAGTGAGGAATCCACTCT
¥F ¢ I K vV L NP Y M P S VI E KMEH ZATLUGQRUIEKYGOGHATLVYV RDNUPUL S

8210 8220 8230 8240 8250 8260 8270 8280 8290 83C0
CACGAAACTCCACACATGAGATETACTGGGTATCCARTGCTTCCEGGAACATAGTGTCATCAGTGAACATGATTTCAAGGATGTTGATCAACARGATTTAC
R N s T HEMY W V 85 N A S GNI VS S8 VNMTI S EMTILTIU NZ&RYPFT

8310 8320 8330 8340 8350 8360 8370 8380 8390 8400
AATGAGATACAAGAAAGCCACTTACGAGCCGGATGTTGACCTCGGAAGCEGGAACCCETAACATCGGGATTGARAGTGAGATACCAAACCTAGATATAATT
M R Y K K A TJYEUPUDUVDULGS GGTZRDNTITOGTIESETIUZPDNTULUDTITI

8410 8420 8430 8440 8450 8460 8470 8480 8490 BS500
GGGAAARGAATAGAAAAAATARAGCAAGAGCATCAAACATCATGGCACTATGACCARCACCACCCATACAAAACGTGGGCATACCATGETACGCTATGARA
¢ KR I E K I X @Q E HETS$WHYDOQDUH®PTYEXKTUWATYETGSYET

8510 8520 8530 8540 8550 8560 8570 858Q B590 8600
CAAAECAGACTGGAmCAGCATCATCCATGGTCAACGGAGTGGTCAGGCTGCTGECAAAACCTTGGGACGTCGTCCCCATGGTGACACAGATGGCAATGAC
K Q T G 8 A 3 8 M VNGV Y RTILILTIX®PWZDUVYVY PMVTQMAMNT

8610 8620 8630 8640 8650 8660 8670 8680 B650 8700
AGACACGACTCCATTTGGACAACAGCGCGTTTTTAAAGAGAAAGTGGASACGAGAACCCAAGAACCGAAAGAAGGCACGAAGAAACTAATGAAAATAACA
pD T TP F G Q g R VY F KEI KUVDTI RTOQE?®PI XK EGT K XTMIEKTIT

8710 8720 8730 8740 8750 8760 8770 8780 8790 8800
GCAGAGTGGCTTTGGARAGAATTAGGGAAGAAAAAGACACCCAGGATGTGCACCAGAGARGAATTCACARGARAGGTGACAAGCAATGCAGCCTTEGGGEG
A E W L W K EL G K KK TPRMOCTR RETETFTURIEKTVRSNAAZAR RZTLG A

] 8810 8820 8830 8840 8850 8360 8870 8880 8830 8300
CCATATTCACTGATGAGAACAAGTGEAAGT CEGCACETEAGGCTGTTGAAGATAGTAGCTTTTGGGAGCTCGTTCACARGEAAAGGRAATCTCCATCTTGA
I FP T D EN KX W K S AREAVED SRV FWETLVYV DI KET RWDNTILUHTZLE

4910 8920 8930 8940 8950 8960 8970 8380 89890 000
AGCAMAGTGTGAARCATCTGTGTACAACATGATCGGARAAAGAGAGAACARGCTAGGGCGAATTCGEGCAAGGCARAAGGCAGCAGAGCCATATGGTACATG
G kK ¢ ET CV ¥ NMMOGI KT REE K KULGETF G KA KUG S EATIWUYM

2010 8020 9030 3040 9050 5060 sa70 9080 9080 8100
TGGECTTGGAGCACGCTTCTTAGAGTTTGRARGCCCTAGGATTCTTARATGARGATCACTGGTTCTCCAGAGAGAACTCCCTGAGTGGAGTGGARGGAGARG
# L ¢ A RF L ETFEATLGZ F¥F¥ L N EDHWV F S8 REWNSTL S GV EGE G

9110 9120 5130 9140 9150 9160 5170 9180 819¢C $200
GGCTGCACAAGCTAGGTTACATTC TARGAGACGTGAGCARGARAGAGGGAGGAGCAATGTATCCCCGATGACACCGCAGCATGGGATACAAGARTCACACT
L H KL G ¥ ¥ L RDVYV S K KZE @G aMY aDDTWOAGWDPT®RTITL

9210 9220 9230 9240 9250 9260 2270 9280 8290 9300
AGAAGACCTARAAANTGANGARATECTAACAAACCACATGGAAGGACGARCACRAGAAACTAGCCGAGGCCATTTTCAAMACTAACGTACCARARCRAGGTG
E D L KN E EM VY TN HMESGEUEU K KL AEHSATIU?FXKILTUYQNKV

3310 9320 9330 9340 935¢ 2360 9370 9380 938¢C 9400
GTGCGTGTGCAAAGRCCAACACCAAGAGGCACAGTAATGGACATCATATCGAGRAGAGACCAAAGAGSTAGTGCACAAGTTGGCACCTATGEACTCAATA
vV R VY ¢ RP TPROGTUVMDTITISIZR®RDOQZERSGSGGQV TYOG UL NT

9410 9420 5430 9440 2450 94640 9470 9480 8490 9500
CTTTCACCAATATGGARGCCCAACTAATCAGACAGATCCAGECAGAAGGAGTCTTTAARAGCATTCAGCACCTAACAATCACAGAAGARAATCGCTGTECA
F TN M EA QL I RQMETGEGYVYT FKSIOQQHTILTTITETETIA ATVOQ
9510 9520 9530 9540 9550 9560 9570 5580 952aq 5600
AAACTGGTTACCAAGAGTGGEGECGUGABRAGGTTATCARGAATGECCATCAGTGEAGATGATTGTSTTGTGAAACCT TTAGATGACACGTTCCCARGCGCT
N W L A RV G R ERUIL S RMNMATISGDDCCV ¥ KPLDU DU RTFAS A

9610 9620 9630 96490 9650 966¢ 2670 9680 9630 5700
TTARCAGCTCTAARATGACATGGGAAAGATTAGGAAAGACATACARCAATGGGARCCTTCARGAGEGATGGAATGATTGGACACAAGTGCCCTTCTGTTCAC
L T A L NDMGI KTIZRIEKDTIOGQQ®W®WEZ P S RGWDNIDWTTOQV P F C S H

9710 2720 9730 8740 9750 8760 3770 9780 2790 8800
ACCATTTCCATEAGTTAATCATCARAGACGETCGCGTACTCGTTGTTCCATGTAGAANCCAAGATGARCTGATTGGCAGAGCCCCGRAATCTCCCARGGAGT
H F H EL I M KDUGRVYV LV V¥ P CRINOQ@DETLTIUGRA®ATZRTISIGQGR?A

9810 9820 9830 9840 9850 8860 2870 9880 5850 9900
AGGGTGGTCTTTGCGGGAGACGGCCTGTTTGEEGARGTCTTACGCCCARATGTGGAGCTTGATGTACTTCCACAGACGECGACCTCAGGCTGGOGGCAAAT
G W 8 L R ETAOCLG X 8 ¥ A ¢ MW S LMY ¥ HRZRDILURTILA-AN

8310 93920 93930 2540 9850 9960 89270 9980 5550 10000
GCTATTTGCTCGGCACTACCATCACATTGGGTTCCAACAAGTCGAACAACCTEETCCATACATGCTARACATGAATGCATGACAACGGRAGARCATECTGA
A I C s AV P S HW UV PTSRTTMWS I HAIZ KUHEEUWMTTEDMNMNTELT

1001¢ 10020 10C30 10040 10050 10060 10076 10080 10080 10100
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CAGTCTGGMCAGGGTGTGGJ\TTCAAGAAAACCCATGGATGGAAGACAAAACTCCAGTGGRATCATGGGAGGAAATCCCATACTTGGGGAAAAGAGAAGA
¥V W N R V WI QEUNP WMEDI K T P V E S WEZETIUPVYTIL G KR TE D

10110 10120 10130 10140 10150 10160 10170 10180 10120 10200
CCAATGGTGOGGCTCATIGATTGGGTTAACAAGCAGEGCCACCTGGECARAGARCATCCAAGCAGCAATARATCAAGTTAGATCCCTTATAGGCAATGAA
Q W ¢ 6 5 L ¥ 8L TS RATWAIKUDNTIOGQAATIUDNGQ@VRSIL I G N E

»3'-Noncoding Region
10210 lcz220 10230 lo240 10250 10260 10270 10280 310290 10300
GAATACACRGATTACATGCCATCCATGRAAAGATTCAGAAGAGAAGAGGAAGARCCACCACTTCTCTECTAGAAAGCARANCTANCATCARACARGGCTA
E ¥ T™ D Y M P S M K RF RZEREEEUEOATGUV L W *

10310 10320 10330 10340 10350 10380 10270 10380 10390 1040¢
GARGTCAGGTCGGATTARGCCATAGTACGGAAAAAACTATGCTACCTGTGAGCCCCGTCCAAGGACGTTARARGARGTCAGGCCATCATAAATGCCATAG

10410 10420 io43o 10440 10450 10460 10470 10480 10490 10500
CITGAGTARACTATGCACCCTGTAGCTCCACCTCAGAAGGTCTARMAAAATCCCGCGAGGCCACARACCATGEGARGCTGTACGCATGGCGTAGTGGACTAGC

105310 10520 10830 10540 10550 10560 10570 10580 10580 10600
GETTAGAGGAGACCCCTCCCTTACRRATCGCAGCAACAATGCEGGC CCAAGGCEAGATGAAGCTETAGT CTCECTEGANGGACTAGAGGTTAGAGGAGAC

10610 10620 190630 10640 10650 10660 1067¢C 16680 10690 10700
CCCCCCGARACARARARCAGCATATTGACGCTGEGAARGACCAGAGATCCTGCTGTCTCCTCAGCAT CATTCCAGGCACAGAACGCCAGARAATGGAATG

10710 10720
GTGCTGTTGAATCAACAGGTTCT

DENvax-2 Master Virus Seed (MVS)

[060158] Nucleotide sequence of the recombinant viral genome and deduced amino acid
sequence of the translated protein are provided herein. The engineered virus is based
on D2 PDK-53 virus. All engineered substitutions that are different from wild-type
DEN-2 16681 virus (also the parental virus for PDK-53), as well as extra mutations
(changes from engineered cDNA clone) detected in the MVS are marked.

Substitutions Included in the Genome and Protein:

[000159] D2 PDK-53 virus backbone (change from wt D2 16681): all in bold
5'-noncoding region (NCR)-57 (nt-57 C-to-T): major aticnuation focus (in rad)
prM-29 Asp-to-Val (nt-524 A-to-T)

nt-2055 C-to-T (E gene) silent mutation

NS1-53 Gly-to-Asp (nt-2579 G-to-A): major atienuation locus {in red)
NS2A-181 Leu-to-Phe (nt-4018 C-to-T)

NS3-250 Glu-to-Val (nt-3270 A-to-T): major aticnuation locus {in ved}
nt-5547 (NS3 gene) T-to-C silent mutation

NS4A-75 Gly-to-Ala (nt-6599 G-to-C)

nt-8571 C-to-T silent mutation of PDK-53 is not engineered in the vaccine virus

PR a0 o

[000160] Engineered clone marker (silent mutation):
a. nt-900 T-to-C silent mutation: infectious clone marker

[000161] Additional substitutions found in vaccine seed (0.02% nt different from
original clone)
a. prM-52 Lys-to-Ghu (nt-592 A-to-G), in bold
b. NS5-412 Tle-to-Val (nt-8803 A-to-G), in bold

HCR-27-7, DR PFDR-S3 sttenusricn loous iwt D ICERI: O}
25! -NC i >C
10 20 39 40 50 60 70 80 90 100 110 120
AGTTGTTAGTCTACGTGGACCAACAAAGACAGATT CTTTGAGGGAGCTAAGCTCAARGTAGTTCTAACAGTT TTTTAATTAGAGAGCAGATCTCTGATGAATAACCAACGEAAARAGEUG
M N ¥ ¢ R K X A
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130 140 150 160 170 180 190 290 210 220 230 240
AARRRCACGCCTTTCAATATGCIGARACGLCACACAAACCCCETETCOACTOTGCAACAGCTGACRAAGAGATTCTCACT TGOAATCCTGCACCEACGAGCACCATTARAACTGTTCATG
K N T2 F NML XETPETRNZ SR RVYVYSESTV (QQ¢gILTIXRPFZSEIL GMTILQEOGROGEPUL KILFM

250 260 270 280 290 300 310 320 320 340 350 380
GCCCTEGTGECETT CCTTCET TTCCTAACARTCCCACCAACAGCAGGCATATTGAAGACATCCGCAACAATTAAAAAATCAARACCTATTAATGT TTTGAGAGGGTTCAGGARAGAGATT
A L ¥ A FLRVF¥ LTI PPTAOGIILIEKEREH®MWNS®SEGTTIIXKZEKSIEKHATLDNV VILRGTFHRIKTETI

‘aprM
370 asgo 3190 400 410 4290 430 444 450 460 470 480
GEAAGEATGCTGANCATCTTEAATAGGAGACCCAGATCTECAGECATGATCAT TATGCTGATT CCAACASTGATGGCE TTCCATTTAACCACACCTAACGCACAACCACACATCATLETC
6 RML NI LNZRRUPRRSAGMIIMLTIZPTYVMAFMHRTILTTRDNGEPHMTIZUV

490 -500 510 520 53¢ 540 550 560 570 580 594 600
ACGCAGACAAGRAGAANCECAANAGTCTTCTGTTTAARACAGAGGTTGCCETCAACATCTGTACCCTCATGGCCATOGACCT TGETGAATTGTGTGAAGACACAATCACG TACGAGTGTCCC
$ R ¢ E KG KSLLPFZXTZEWYOGECVYVNMCECTLLM®¥AMDLGELoCETDTTIT®TTYZET CT?P

\

. |
D2 PDR.53 ppecific prM-29 Val {(wt D2 16581 Asp, nt-524-3) Additiocnal prM-52 Lys-to-Glu mutation (nt-592 A-to-G}

M
G10 629 830 640 650 660 €70 680 690 700 710 o720
CTTCTCAGGCAGAATGAGCCAGAAGACATACACTE TTCG TECAACTCTACGTCCACCTCGETARCT TATGGGACGTCTACCACCATACGAGAACATAGARGAGAMANAAGATCAGTGGCA
L LR QgNEUPETPDIDTE CWOC®HNSTE ET®HVY TYGTCTTM®GEHRRETZKTRSEVa2

730 740 750 760 770 780 790 BOC glo 820 83c¢ 840
CTCGTTCCACATGTGEBAATGCGA CTEGAGACACG AACTEAAACATCOATCTCATAAGAAGGCGCCTGEAAACATCTCCACAGAATTGAAACTTGCATCTTIGAGACATCCAGECTTCACC
L VP HVY GM¢E¢LETURTETQ®WMS S EGA®RKHYQRTIUETWIDLRUEEPGTFT

B
850 860 870 080 BS0 900 210 820 830 340 850 950
ATCGATGECAGCAAT CCTCOCATACACCATAGGAACGACACAT TTCCARAGAGCCCTGAT CI T CATCTTACTGACAG CTCTCACTCCTTCAATGACAATGCGTTGCATAGGAATGT CARAT
M M A A I LAY TJZIGTTHT FOGQ®RALTIFILTLTA?VTPTPS8MTM®RZ®CIGWM S N

Engineered silent clone marker: nt-500 T-to-C gilent mutation

970 280 930 1g00 1010 1026 1030 1040 1650 1060 1970 1080
AGACGACT ’E’IGTGGAAGGGGTTTCAGGAGGAAGCTGGG‘[‘I‘CACJ_\TAGTCTTAGAACATGGAAGCTGTG‘I’GACGACGATGGCAAAAAACAAACCMCATTGGATTTTGAACTGATMCA
RDPF® VEGVY S8 ¢ & 8 WwVvDIVULEHTSESOCYTTMATZ K®ENTI KT PTDLDWFETZLTIIKT

1090 1100 1110 11290 1130 1140 1150 1160 1170 1180 118q 1200
GAAGQCAAACAGCCTCCCACCCTAAGGAAGT ACTG TATAGAGGCARAGCTAACCAACACAACAACAGAATCTCGCTGCCCAACACAAGGRGAACCCAGCCTAAATGAAGAGCAGGACARA
E 2 X QPATULRIEKTYOCCIL EAEKLTUNTTTTESRCSCEPTOQEEETPZSLDNZEEHQZQTL K

1210 1220 1230 1240 1250 1260 1270 1280 1220 1300 1310 1320
AGGTTCGTCTGUARACACT CCATOCTAGACAGAGEATGGGGAAATGCATCTCCACT ATTTCCAAACCCACE CAT TGTGACCTGTGCTATGT TCAGATGCAAAAAGARCATGCAAGGARAA
R F YV ¢ KH &MYV DRGMWS®GNSGO®CGEEDL EG X GG I VT QCAMTE TE RTCIRKTIKXDINMEGK

1330 1340 12350 1360 1370 1380 1390 1400 1410 142¢ 1430 1440
GTTCTGCAACCAGAANACTIGGAATACACCATTGTGATAACACCTCACT CAGGEGAAGAGCATGCAGTCCGARATGACACAGGAR AACATCG CAAGCAAATCARRATAACACCACAGAGE
VVQPENLELEY?TTIVYITFPHSGGETEERHS SAZVYOGNDTGEXEHEEGKETI KITZPOQS

1450 1460 1470 1480 1430 1500 15140 1520 153¢ 1540 1550 1560
TCCATCACAGAAGCACARTTGACAGGTTATEGCACTGTCACARTGGAGTGCTCTCCAAGARACGGGCCTCCACTTCARATGAGATGGE TGTTGCTGCAGATGGARAATAAAGCTTGGCTGGTG
£ 1 P2 AEL TGYG6GTVTMECSPRTOSEGTLDTFNEMTYTLULQMENIEKAHMWLYVY

1570 1580 15%0 1600 1610 1620 1630 1640 1650 1560 1870 1680
CACACCCANTGETTCCTAGRCCTG COGTTACCATGGT TG CCCGGAGCGEACACACAAGCGTCAAAT TCCATACAGAAAGAGACATTGETCACTTTCARAAAT CCCCATGCGAAGAAACAC
HRQ®®WPFILDLPL P WL P GADTOGCSESX¥WTIOQE XKETTLVYVYTFIKDNEPIHDAMZKXTIEKSZ Q

X 1690 17400 1716 17249 1730 1740 175¢ 1760 1770 17640 1790 1800
GATGTTETTGTTTTAGCATCCCARGAAGGGRCCATECACACAGCACT TACAGGGGCCACAGAAATC CAAATC TCATCAGGAAACTTACTCTTCACAGGACATCTCAAGTE CAGGCTCACA
D VY VL ¢S QEGAMHTATLTOGSATUZETIOQRMSSGNTILLTFTO®SGHTLDIZXOGCRTER

1810 1820 1830 1840 1850 1860 1870 1880 19%0 1900 1310 1320
ATGGACAAGCTACAGCTCAAAGGAATETCATACTCTATC TGCACACCARAGTT TAAAGTTGTCAAGGAAATAGCAGAAACACARCATGGAACARTAGTTATCAGAGTCCAATATGAAGES
M DXL QLEKXOGMSY s MAETO®GIKTPFIE KDYV £ETIAERETOQHTSETTIUVTIRTYQYZEG®G

1930 1940 1950 1860 1970 1980 ‘1990 2000 2010 2028 2030 20490
GACGGCTCTCCATE CAAGATCCCT TTTGAGATAATGGATTTGGAARAAACACATCTCITAGGTCGCCTGAT TACAGTCAACCCAATTG TGACAGAAAAAGATAGCCCAGT CAACATAGRA
D ¢ &8 p C K 1 P FE I M DLEK R HVLGRILITYVNUPTIUVYTETZK? DS?PVHIE

20350 2060 2072 2080 2090 2100 2L10 2120 2130 2140 2150 2160
GCAGAACCTCCATT TGGAGACAGL TACATCATCATACGAGTAGAGCCGEGACAACTCAAGCTCAACTEATTTAAGAAAGGANGTT CTATCGE CCAANTGTTITGAGACAACAATCAGGECG
A E PP F GDS Y I IIGVEPSGOHQLIXILNUW®WPFIKIEK®GSSIGQMFZRTTMRE

D2 PDE-53 nt-2055-T silent mutation (D2 1663l: C)

21740 2180 2190 2200 2210 2220 2230 2240 2250 2260 2270 2280
GCGAAGAGAATEECCATTTTARGTGACACAGCCTGGEATTITGEAT CCT TGGCACGAGTG T TTACATCTATAGEARAGGCT CTCCACCAAGT CTT TEGACCAAT CTATCGAGCTCCCTIC
A KR MATIILGDTITMAM®WDUPFPOGS8L GE& Y F TSI G KAILHZG VT FGATITYGAAF

2290 2300 231¢ 2320 2330 2249 . 2350 2380 2370 22380 2390 2400
AGTGLGGTTTCATGGACTATGAARATCCTCATACGGACTCATTATCACATGGATAGEAATGAATTCACGCAGCACCTCACIG TCTGTGACACTAGTATTGATGGEAATTGTGACACTGTAT
s 6 v s # TM KTIILTI GGV I I ™ WTIeEMDNISRSTSS&IL S§VTLVVLVGTIVTTL

*HE1
2410 24290 2430 24490 2450 2460 2470 2480 2490 2500 2510 2520
TTEGGAGTCATGETECAGECCEATAGTGG I TGO T TG TCAGCTGGARAAACAAAGAACTGARATCTCECAGTGGGATTTTCAT CACAGACAACGTECACACATGCACAGAACAATACAAG
L ¢V MV QADSEGUCV V $WKNIEKETLHI KT®GCGSSEIPITTDLHNVHETHWTEQQY K

2530 2540 2550 2560 ‘2570 2580 2550 25600 2610 2620 28530 2649
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TTCCAACCAGAATCCCCTTCAAAACTAGCTT CACCTATCCAGAAAGCCCATGAAGAGEA CAT I TG TGEAATCUCC T CAGTAACAAG ACTCCACAATCTCATETCGARACARATAACACCA
FQPESPSKLI_ASAIQKAHEE\]_ICGI"RSVTREENLMNKQITP

=

D% PLE-EI NBI-S3-dep stisousztion loces {we D2 36651: Sly, mi-kEV9-gi

bl

2650 2660 2670 2680 2690 2700 2710 2720 2730 2740 2750 2760
GAATTCAATCACATTCTATCAGRAAATCAGCTCARAGTTAACTATTATGACAGGAGACATCAAAGGAATCATGCAGECACCAARACCAT CTCTECUGECCTCAGCCCACTGAGCTCAAGTAT
EL NRBRITLSENEV VI EKLTTIMTAG®GDI KGIMMOQASCGI KTERSTILURZ®P2IQEGPTETETIEKY

277¢ 2780 2790 2800 2810 2820 2830 2840 2850 2860 2870 2880
TCATGGAAAACATG GGG CAAAGCARARATCCTCTCTACAGACTCTCATAACCAGACCTTTC TCATTGATEGCCOCGAAACAGCAGAATCCCCCAACACAAATAGAG CTTGGAATTCCEEG
§ W K T W & K A K ML s TESHNN¥NQTPFLTIDTGTEPETAERTGCU®PUNTDHNR®ZAZMWNDNSETL

2890 2900 29140 2920 2930 2940 2950 2960 2970 2980 2990 3000
GAAGTTEAAGACTATEECTTTCGAGTATTCACCACCAATATATCECTAAAATTCAAAGAR AAACAGGATGTATTCTGCCGACTCAAAACTCATCTCAGCGGCCATAAANGACAACAGAGCT
EvzDVYEeF 8V ETTNIYWLIXILKEZ XOQDVPCDSKELMSEABATIIZXKDNRA

3010 ag20 3030 2040 3050 34060 3076 3080 3090 3loa 3110 3120
GTCCATGCCGATATEGETTATTCGATAGAAAGTGCACTCAATGACACATGCAACATAGAGAAAGCCTCT TTCAT TCAAGT TAAAAACT GCCACTGGCCAAAAT CACACACCCT CTGEAGC
vV EADMGY W1 ESALNDTWZXKTIEZ XA ASZSV FTIEVI KSNTCCNDWPEKTSHETT.L W S

3120 3140 3150 3150 3170 .3180 3190 3200 3210 3220 3230 3240
AATGCACTCCTAGAAACTCAGATCATAATTCCAAAGAAT CTCACTRGACCACTETCTCAACACAACTATAGACCACCCTACCATACACANATANCACEACCATGCCATCTAGETAACCTT
¥ ¢ vV LE S EMIIUPKDNTLOAGPU VS @HNYRZPGYHTOQEQTITUGE PWHTILGGEKTDL

3250 3260 3270 3280 3290 3300 3310 3320 3330 3340 3350 3360
GAGATCGACTTIGATTTCTGTCATGCAACARCAGTGETAGTGACTGAGGACTGCGGAAATAGAGEACCCTCTTTCAGAACAACCACTG CCTC TGGAARACTCATAACAGAATEGTECTEC
EMDFDFOCDBDGTTVVVTEDT CGNIRGPSLRTTTASOGEGI KTETITZEHWCUCCQC

>NS2A

3370 3380 33940 3400 3410 3420 3430 3440 3450 3460 3470 34810
CCATCTTGCACATTACCACCCCTAAGATACAGACETCAGGATGEGTOCTEETACGECATCCAAAT CAGACCATTCAAGGAGAAAGAAGAGAATTTGGTCARCTCCTTGET CACAGCTEGA
R 8§ ¢TLUPP LRYRGEWDS GO CWYGEGMETLIT®RTPTLIEKTETZ KTEENTLVUHNZSELVTAALG

3480 3500 3510 3520 3530 3540 3550 3560 3570 ‘1580 3590 3600
CATGGACAGETCCACAACTT TTCACTAGGAGTCTTGEGARTE GCAT TG TTCCTGGAGGAR ATGC T TACGACCCRACTAGEAACGAAACATGCART ACTACTAGTTGCAGTTICTTTTGTG
HcgVvVDNPFSETELGCVLGMALTPFTILETEMTELQRTRUYCTTE KHA EZTITLLVYAYVETEV

3610 2620 3620 36440 3650 3660 3670 3680 3690 3760 3710 3720
ACATTGATCACAGGEAACATGTCCTTTAGAGACCTGGRARGAGTGATGE TTATGETAGECGCCACT ATGACBGATGACATACCTATEGECCTCACTTATCTTGCCC TACT AGCAGCCTTC
T L I T & NM S5 FRDLGRYMYV MV &ATM®TDODIGMEYVYTYTLAILTILAATF

3730 3740 3750 3760 3770 3780 3790 3800 2810 3820 3820 3840
AARCTCACGACCAACTTTTGCARCTCCACTACTCTTCAGARAGCTCACCT CCAAGGAATTCATGATGACTAC TATAGEAA T IGTACTCCTCTCCCAGAGCACCATACCAGAGACCATTICTT
XK vRPTVFAAOGLTLILRIEKTILTZSSEKELMMTTTIGEIVLTLSJQQSTTIPET®TTITL

3850 3960 3870 3880 3820. 32W0 3910 _ 2%z20 3530 3540 3859 3980
GAGTTGACTGATGCGTTAGCCTTAGGCATBATEGTCCTCARAATCETCAGAAATATCEAAAAGTAT CAATT CGCAGTGACTATCATGGCTAT CTTGTGCGTCCCARACCCAGTCATATTA
ELTDPDALALGMMYLK®MVR¥METI KTY QL AV TTIMATITZLG®QCVYVY?P?2DNAVIL

3970 3980 3390 4000 4010 4020 4G30 4040 4050 4060 4070 4080
CARAACGCATGGAAAGTGAGTTGCACAATATTACCAGTCATETCOSTITCCCCACTCTT CTTAACATCCTCACAGCAAR AAA CAGATTGGATACCATTAGCATTOACGATCARAGETCTC
Q N AWKV s cCcT I LAV VYV SV S PLPFILTS S QQ X TTDW I ®PL ATLTTIIKTGTL

D2 PDR-53 specific NS2A-181-Phe {wt D2 16681: Leu, nt-4018-&)

>NS2B
4090 4100 4110 4120 4139 4140 4150 4160 4170 4180 41950 4200
AATCCAACAGCTATTTTTCTAACAACCCTCTCAAGARCCAGCAAGAAAACEAGCTOCCCATTAAATCACGCTATCATGGCAGTCGGEATCGTEAGCATTTTAGCCAGTTCTCTCCTARRA
¥ypTAIPL®TTLSRT S KU KXRSW®¥EPLNEHA ATIMMAYOGCGHMMUVSILASSILIELK

4210 4220 4230 4240 4250 4260 4270 4280 42990 4300 4314 4320
AATCATATTCCCATCACAGGACCATTAGTGECICGAGGAECTCCTCACTE TGTGCTACGTG CTCACTGGACGATCCGCCGATTTEGAACTGGAGAGAGCAGCCAATC TCARATGCGAAGAC
N piP?PMTGEGPLY AGGLLTUVCYVY L TGRS ADTLETLTERAATLDVYI KU WED

4330 4340 4350 4360 4370 4380 4390 4400 4410 4420 4430 4440
CAGGCAGAGATATCAGGAAGCACT CCAATCCTGTCARTARCAATATCAGARGATGETACCATETCGATAAAAAATCAAGAGGARGAACARACACTCACCATACTCATTAGAACAGGATTG
¢ A E I S GG 8 8 P I L STITTIS&EDSSSMS I KHNEETETESRTTILTTEIILTIZRTGTL

>NE3
4450 446D 4470 4480 4490 4500 4510 4520 4539 4540 4550 4560
CTGGTGATCTCAGGACTTTTTCCIGTATCAATACCARTCACGGCAGCAGCATGCTACCTETGGGAAGTEAAGAAACAACGGECCECAGTATTGTGGEATCT T CCTT CACCCCCACCCATG
L viseL F PV EI P2ITAAAMWWWYT]LMWMZEBEUVYIEKI KOQRAZAGYDL WDV PS8 P PR DM

4370 4580 4590 4600 4510 4620 4630 4640 4650 4660 4570 1680
' CGAAACCUTEAACTGCAACATCGAGCCTATAGAATTAAC CAARAACGAATTCTTAGATAT TCOCAGATOCC ABCCECACTT TACAAR CARCGCAACATTCCATACARTCTECCATCTCACA
@ KAELEDGSZZYRTIIKOQ QE¥X®E&TITLE&Ysgqg I & AGV Y KEG®TTFEHTMHNE®HTYVT

4690 4700 4710 4720 4730 4740 4750 4760 4770 4780 4790 4800
CGTCRCGCTGTTCTAATGCATANAGEARAGAGEATTIGAA CCATCATCGE COBACCTCAAGAAAGACCTAAT ATCATATGCAGGACGCTCCAAGTTACARGCAGAATECGAAGCAACGACAR
R ¢ A VL MHKGE XRTIETPSWADYVZEXEXDTL I S§YeGeaed§ XL EGETWEKTES®EEGE

4810 4820 4830 4840 4850 4860 4870 4880 4890 49060 4910 4920
GARAGTCCAGGTATTGGCACTGOAGCCIGGAAAAARTCCAAGAGCCOTCCARACGAAACCTGGTCTTTTCAAAACCAACGCCGGAACAATAGETOCTETATCTCTGGACTI TICTCCTGEA
E Vv Q VL ALEVPGEGKNZPEPRAMYQTK?P?P®GL F KTWNAO®GTT LIOGAVYSLTZDIDTFS8TPG

4930 4940 4950 4960 4970 49280 4990 5000 5010 5020 5030 5040
ACGTCAGEATCTCCAATTATCCACAAAMAAUCARAAGTTGTGGGTCTTTATGATARTAGTGTTGTTACAAGGAGTECAGCATATGTGAGTGCTATAGCCCACACTEARAA ARG CATTGAR
T s ¢ S PI I DKEKOGEKV YV G6GL Y GGNGV Y TR E G AUYV S ATIAGOGTTETZ KSTIE

5050 5066 5070 5080 50946 5100 5110 51240 5130 5140 5150 El&d

GACAACCCACACAT CCARGATCACATT TTCCGRAAAGACAACACTCACCATCATGOACCTCCACCCAGGAGCGGGAAAGACGAAGAGATACCTTECCACCATAGT CAGAGAAGCTATAARR
D NP EIEDUDTIZ FEFRIEK®RRLTIMDILHPGEG A EGKTIEKH®RYT LZPATIUVRTESSDTIK
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5170 5180 5190 5200 5210 5220 5230 5240 5250 5260 5270 5280
CGEEETTTEACARCATTAATCTTGCCCCCCACTAGAGTTGTGGCAGCTGAAATCCACCARGCC CTTAGAGGACT TCCAATAAGATACCAGACCCCAGCCATCAGACCTG TGCACACTGRE
RGEHRTLITLAERTIRYYAAEMEEHAaZaTLRG®GILEPTIRTYGETPAIRARATYHTR®G

i
DI POK-S3 BE}.250-Val avtenuzvion loous I0E 2558L: @lu, nt-5220-R

5290 5300 5310 5320 5330 5340 5350 5360 5370 5380 5390 5400
' CEGGAGATTGTGCACCTAATCTCTCATGCCACATT TACCATGAGGCTGC TATCACCACTTAGAGTGCCARACTACAACCTGATTATCATGGACGAAGCCCATT TCACAGACCCAGCAAGT
R EI ¥VDLMCHATTFTM®RTELILS P V RV PN Y ¥ I I MDEWBAHT FTDUP A S

5410 5420 5430 5440 5450 5460 5470 5480 5490 5500 5510 5520
ATAGCAGCTACAGGATACATCTCAACTCGACTCEAGATCCETCAGE AR CTCCRAT TTTTATG ACAGCCACTCCCCCOOGAAG CAGAGACCCAT T TCCTCAGAGCAATGCACCAATCATA
I AaRC¢CVY I S€TRVEMGETGSBAGCGCTIZEFMTAT? PZPGSRPDPFUPQSNA?PII

5530 5540 5550 5560 5570 5580 5520 5600 Sel0 5620 5630 5640
GATGAAGAAACACAAATCCCTGAACGEECGTOCAATTCCCEACATGAATGEGTCACCGATTTTARRAGGCAAGACTCT TICCTTCGTT COAAGTAT ARAAGCAGGAAATC ATATACCACCT
DEERETILIPERS WNSGHEWYTDFZXOGKTUVW®W P VESIKAGNTDTIHADRB

D2 PDE-53 silent mutation nt-5547-C (P2 16€81: T)

5650 5660 S670 5680 5696 5700 5710 5720 5730 5740 2750 5760
TGCCTGAGGARARATCGANAGARACTCATACAACT CAGTACCAACACCTTTCATTCTGAGTATGTCAAGACTAGAACCAATCATTGGGACTT COTGGTTACAACTGACATTTCAGARATG
¢ L R KNG XKV I OLS®RIKXTT FDSETYV KXKT®RTDND®WDRTFUVVTT D I 8 E M

5770 5780 5720 5800 5810 5820 583aa 5840 5850 5860 5870 5880
GGTGCCAATTTCAACCCTGAGAGGETTATAGACCCCAGACEUTGCATGAAACCACTCATACTARCAGATEGTGAACAGCEGGTGATICTCGCAGGACCTATGCCAGTGACCCACTCTAGT
G ANFKAERTYT]IDPRPRCCMEK?PVILTDGETERVYTILAGTPMPVTHSS

5890 5900 5910 5920 59390 5940 5950 5960 5970 5980 5930 6000
(GCAGCACAAACGAAGAGGOAGAATAGGAAGARATCCAAAR ANTGAGAATGACCAGTACATATACATGGCCCAACCTCTGCAAARTGATGANGALTGTGCACACTGGAAAGAAGCTAAARTG
A AQRRGRI®GRNPEKNENTDOGGYIYMGEGEZPTILENSNZDEDTCAMAEHEU®WTI KTERBATIKHM

£010 6020 €030 6040 6050 6060 6070 6380 €090 6100 8110 £120
CTCCTAGATAACATCAACACGCCAGAAGGAATCATTCCTAGCATGT TCGAACCAGAGCGTGARAAACCTCEATGCCATTGATGCCCGAATACCGCTTGAGAGGAGAAGCAAGGAARACCTTT
L L DNTINTO®RESGITI®PSMNZFEPEQREZEKVYDAIDGETZYRTLILRGEARIEKTTFE

6130 6140 6150 6160 €170 6180 5190 6200 €210 6220 6230 6240
GTAGACTTAATGAGAACAGCACACCTACCACTCTCETTIGECOTACAGAGTGGCAGCTCAACUCATCAACTACCCAGACACAAGGTGCTCTTT TCATCGACT CAAGAACAR CCAMATCCTA
vV DL MRRGDIUL PRV WILATYRTUYARBAETGTIUNYADRER®MWCEFPFDOGYI KNN®QTIL

6250 6260 €270 6280 6290 6300 5310 63240 6330 6340 6350 63690
CAAGAAAACCTOGAACTTCAARTCTGGACAAAACGAACGCCAAAGCAACAAATTGAALCCCACATAETTGEATCCTACGATCTATTCIGACCCACTCECACTAAAAGAATTTAAGGAATTT
EENV EV E I WT KEGOGSE®2RI KU KTLIZEKTE ERWILDARTIYSTDUPULALTIKETFZKTETF

>NS4
6370 6380 6330 6400 6410 6420 64230 5440 9450 6460 6470 §480
COAGCCGEAAGAAACT CTCIGACCCTGAACCTAAT CACAGAAATGEETAGGCT CCCAACCTTCATGACTCAGARCCCAAGAGACGCACTGGA CAACTTAGCAGTGCTECACACCGCTGRAG
A AGRIKS LT LNLTITEMGRILUPTYPFMTQEKARTDTATLTDDNTILAYVLIHETATE

6490 5500 £510 6520 6530 6540 6550 6560 6570 6580 6520 6600
CUAGCTGRAAGGGCOTACAACCATGCTCTCAGTGARCTGCCGGAGACCCTGOAGACATTCCTTTTACTGACACT TCTGGCTACAGTCACGGGAGGCATCTTTTTAT TCTTCATCAGCG A
A 6 & R A Y NHALSELUPETLE®2TVLLLLTLILATYTT®G®SGTPFTLTFTILMSa

D2 PDK-53 specific NS4A-75-Rla (wt D2 16681: Gly, nt-6599-G)

6610 6620 6630 6640 6650 6660 6670 6580 6690 6700 €710 6720
AGGGGCATACGEARGATGACCCTEGRAATGTGCTGCATAATCACGE CTAGCAT CCT CCTATGGTACGCACAAAT ACAGCCACACTGGATACCAGCTICAATAATACTEGR GTTPITTCTS
R G I 6 KM TULO®GEHMOCCCTITITASTIULLU®WYAQTIQD®?HMWTIOAMAAMAMSTTITULETFTFL

»>N34B
6730 €740 6750 6760 6770 6780 6790 6800 6810 6820 6630 6840
ATAGTTTIGCTTAT TCCAGAACCTGAMAAACACGAGAACACCCCAMGACARCCAACTGACCTACGTTGT CATAGCCATCCTCACAGTEE TEBCCGCAACCATGECARACGAGATGEETTTC
I VvVLiLIPEPEIZXOQRTU®POQDDZ¥NSCQULT?YUVVIATIILTUVYAATMANEMGT

6850 £860 6870 6880 6890 s900 6910 . &920 6920 6940 6950 €360
CTAGARAAARCGAAGAAAGAT CTCGEATTGGGAAGCAT TGCARCCCAGCAACCCOACAGCARCATCCTGGACATAGAT CTACGTCCTGCATCAGCATGGACGCTGTATGCCETCECCACA
L E X T X XKDIL L& S IATQEAPLPESENILDTIDDLRPASAWTTLTYHAVAT

6970 6980 6990 000 7018 7020 7030 7040 7050 7060 7070 7080
ACATTTETTACACCAATOTTCAGACATAGCATTCAAMAT TCCTCACTCAATGTGTCCCTAACAGCIATAGC CARCCAAGCCACAGTGTTAATECG TCTCCEEARAGGATECGCCATTGTCA
T F VT PMLRUHSIEUNSS SV H§V 8 LTHATIANOQSATVELTMGLGGEKOGWPIL &

7090 7100 7110 7120 T130 71490 7150 7160 7170 7180 7190 7200
AACGATGGACATCGCACTICCCCTTCTOGCCATEGGATGCTACTCACAACTCAACCCCATARCT CPCACAGCAGCTCTTITC TTAT TG TAGCACAT TATGCCATCATACGRCCAGEACTC
KM D I &6V P LLATIGCYSQVNZPEITTLTH AATLTFILTILYAHTYATITIGTPS SGTL

7210 7220 7230 7240 7250 7260 7270 7280 7290 7300 7310 7320
CAACCAAAAGCAACCAGAGARGCT CAGAAARGAGCAGCGECOGECATCATGAAARACCCARCTOTCGATCEAATAACACTCAT TGACCTAGATCCAATACCTTATGATCCARAGTTTGAA
Q A KA TREAQZX®RAARAGIMIEKNYNZPEPTVYDGITVI1IODODLD®P?TIPYD®PIEKTFE

. 7330 7340 7350 7360 7370 7380 7390 7400 7410 7420 7430 7440
AAGCAGTTGGGACAAGTAATGCICCTAGTCCTCIGCGTGACT CAAGTAT TRATGATGAGGACTACATEGECTCTGTATGAGGCTTTAACCTTAGCTACC GGG CCCATCICCACATTG TGS
XK QL @V MHMLLVLCVTQYVY L MMRT®T®WALT CESEATLTTILATOGT?PTISTTL®W®

7450 7460 7470 7480 7484 7500 7510 7520 753¢ 7540 7550 75640
GARGGABATCCAGGCAGGTTTICCAACACTACCATTECACTATCAATCGCTAACAT TTTTAGAGGCAGTTACTTGGCCGEACGCTEGACTTCT CTITTCTATTATCARGAR CACAACCAAC
E G N P G R F WNXTTTTIAV S MANIZEFFRGS Y LAGAMGTELIUELTFS5IHIXNTTN

»N85
7570 7580 7590 7600 1610 T620 7630 1640 7650 76640 7670 7680
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ACAACAAGCCGAACTCECAACATAGCAGACACGCT TEGACAGAMATGGA AAAGCLCOATTCAACCCATTGGGARAARGTGAATTCCAGATCTACAACARAAGTCCAATCCAGRARGTGGAT
TRR& TN I ¢ ETLOGETZEKTWIEKSRTLNATLSUGH K SETFOQQ]LYKZKXSOGEGIOQEUVD

FEO0 7700 ~ 7710 7720 7730 7740 TIS0 TTe0 7770 7784 7790 7200
ACAACCTTAGCAAAACAAGGCATTAARAGAGGAGARACCCACCATCACGCTCTCTCOCCAGGCTCAGCARAACTGACATGETTCOTTCAGAGAAACATGGT CACACCACARGECAAACTA
RTL'AKEGIK"R_GETDHHA'VSEGSAKLRNEVERHM"VTPEGKV

7Ble 7820 7830 7840 7850 7860 7870 7880 7890 7900 7910 7220
GIGGACCTCOETTETCECACACCAGECTCET CATACTATTGTGGAGGACTAAAGRATCTAAGACGAAGTCAAACCCCTARACARRAGGAGCACCAGCACACCAAGAACCCAT CCCCATGTCA
vVDL 6 CG6R GG WS Y Y CG &6 L KNY REYV KGLTZXG G P G HEETFPTIPMHMHES

7930 7949 7950 L7960 7970 7980 79990 g8oaa *8010 8020 8030 BO4AN
ACATATGGGTCCAATCTACTGCCT CTTCARACTCCACTTGACCTTITCTICAT CCCGCCACAAAAGTETEGACACATTA PTG TG TGACA TACGECACTCATCACCAAATCC CACAGTGGRA
T Y& W NLV RLJGgS GGV DYV FFIPP?PZEKCCDTILILCDBTEIGESS?PNZPTVE

8050 8060 8070 8080 8090 8100 Bila 8120 8130 314Q 8150 Bl60
GCAGGACGAACACT CAGAGTCCTTARCTTAGTAGAARAT TGGTTGAACAACAA CACTCAATT T TGCATAAAGETTCTCAACCCATATATGCCCTCAGTCATAGAAARAATGGAAGCACTA
A GRTLRY LK¥ LV ENWLHNNXNNDNTGEFCI KV DL NPIYMKESY I 2T KWMWE-ALL

8170 2180 g190 ‘8200 B210 8220 B230 8240 €250 8260 8270 8280
CABRBGGAAATATCGAGGAGCCTTAGTCAGEAATCCACTCTCACFAAACT CCACACATGAGATG TACTGEETATCCAATEC T PCCGGGAACATACTGTCATCAGTGAACATGATTTCAACC
QR X Y@ @A LV RNPLS RN STHEMMTY®WV s NASZSGCUNTIUVSE$S YV NMISR

8290 8300 8310 8320 8330 8340 8350 8360 8370 8380 8390 8400
ATCTTGATCAACACATTTACAMIGAGATACAAGAAAGCCACI TACGAGCCAEATATTGACCTCGEA AGCAGARCCCETAACATCGGCATTCAARCTGAGATACCAA ACCTAGATATANTT
M L I NRF T MRY X KATJYEPDVDTULG¢S5G6TRUNTIGTITESET®PUNTELTEDTITI

8410 5420 8430 8440 8450 8460 8470 3480 8490 8500 8510 8520
GOCAAAAGAATAGARAADATAARGCARGAGCATOAAACATCATGCCACTATAA CCARGACCACCCATACAA AACOTRAAGCATACCATEOTACCTATCARACAA BACACACTCCATCAGCA
¢ KR I € KT KQIE @It ET S ¥®¥HYD QD HPYKTWATYUHG SYETI K OQT®SGS A

as53e 8540 8550 8560 8570 8580 8590 8600 8610 8620 86340 8640
TCATCCATCOTCAACCCASTOOTCAGGCTGCTEACARAA COTTEGCACGTCOT CCCCATCCTGACACACATGCCAATCACAGACACCA CTCCATT TGCACAACAGCCCGTTTTTAAAGAG
§ EM Y NEV VRLILTI KZP®WDVVPM VT QMAMTDTTE?DFGEQQRVY F KTE

8650 8660 8670 8680 8680 8700 8710 8720 871 8740 2750 3760
ARACTCCGACACEACAACCCAAGAACCGARAGRAGGCACGAAGARACTAATGAAAATAACACCAGAGTECCTTTCOARAGAATTAGCCAACAARARGACACCCAGGATGTGCACCAGAGAR
XKvDpTRTO®QE?P?PKXKEGTKI XLMEKXTIT?TATEM®WTELWI KT EILSGIEKIE X KT PRWMT CTTZRE

8770 8790 8790 8800 2818 8820 8830 8840 8850 9860 8870 8880
GARTTCACRAGARAGETGAGAACCANTGUAGCOTTO0GGGCCETATTCACTOATCAGAACARGTGG ARG TCCACACGTCAGGCTGTTOAAG ATACTAGCT T PTGCG AGCTGGTTIGACARG
EFTREKYR ¥ AALGATYTFTDETSXNTI KT MWIE KT ESARTEHA AT YZETDTSTZRTFTWETLTYVDK

Additional N85-412 Tle-to-Val (nt-2803 A-to-Q@) mutation in master and pre-master seed

8890 8900 8910 8920 8930 8940 8350 B%50 B970 8980 8990 9000
CAARACCAATCTCCANCTTGAAGCARACGTETCARACATATGTGTACARCATCATCGGAAAAAGACAGAACAACCTACECCAATTCAGUAAGRCARAAGGCACCAGAG CCATATRCTACATG
Z RN LHILEGEKCETOCYV YNMMGOGE KX®REIEXIKTILGEHZPQEEKARS®SGSR-AIWTYWYM

2010 ap20 2030 o040 9050 9060 92070 9680 _ 9990 9100 9110 9120
TEGCTIGGAGCACGCTTC T TAGAGTT TGAAG CCCTAGCATTCTTARATG ARGATCACTGGTTC TCCACAGAGAACT CCCTGAGTGAACTCRAAGGAGAAGGGLTGCACAAGCTAGETTAC
WL 6ARPFULEZVFEALG FILUNZEDUHWMWV FSREU XNZSTLS$UGVEGEUSGTILUHI KTELG®GY

9130 2140 #1509 8160 9170 9180 9190 8200 9210 9220 9230 9240
ATTCTAACAGACGTGAGCAAGAAACAGGGAGCAGCAATGTATGCCCATCACAC COCACCATCRGATACAAGAATCACACTAGAAGACCTAAAAMATGAAGARATCCTARCARACCACATG
I L RDV S K KEGEAMYADDTAGWDTRTITTLEDIULIEK®SNETEWMUVTNEHEM

9250 9260 8270 8280 9299 9300 9310 9320 9330 9340 9350 9360
CGRAGGACARCACARGAAACTAGCCGAGGCCATTTTCARACTAACCTACCAAAA CAAGETRETGCATGIGCARACACCAACACCAACACCCACACTAATCGACATCATATCCGAGRAGAGAC
E G EH K KL A EATIVF KU LTYOCDNIZ KY¥ VRV QRUEPETZ®PRGTU¥VMDTITISURIERD

9370 2380 9390 2400 9410 9420 9430 9440 9450 2460 9470 9480
CAAAGAGGTAGTGGACAAGTTGECACCTATGGACTCAATACTTTCACCA ATATGGAAGCCCAACTAAT CAGACAGATGGACGGAGAAGBAGT CTTTAAR AGCATTCAGCACCTAACAATC
¢ RGBS GOV T Y &L NTFTHW¥MEAOQTLIRGMEG®GEROGSCVYTFXs I8 LTI

9490 9500 9510 9520 9520 9540 9550 9560 9570 9560 9530 9600
ACAGAAGARATCGCTETGCAAPACTCETTAGCARGAGTGEGECECGAAACOTTATCARGAATCECCATCAGTCGAGATGAT TETGTTGTGAAACC TTTAGATGACAGETTCCCARGCECT
TEEIAYVQNHWLARYVERERTLSRMATISSE@DDO®EY Y KPTLDODTERTEHR RSB

9610 9620 9620 2640 9650 8660 9670 2680 2690 9700 9710 9720
TTAACAGCTCTARATGACATCGEARAGATTAGGAARGACATACAACAATGECAACCTTCAAGAGGATEEAA TCATTCCACA CAAGTGCCCTTCTGTTCACACCATT TCCATGAGTTAATC
L T A LDNUDMGGIKTITRIKDIO®QQWEUPS S RG WNDWTQV PF¥ C S8 B HFHETULI

9739 97490 9750 9760 3770 9780 9720 9800 28glo 2820 9830 9840
ATGAAAGACGGTCECETACTCOGTTGTTCCATGTAGARACCAAGATGAACTGAT TGGCAGAGCCOGAATCTCCCAAGEAGCAGECTGETCTTTGCGGEAGACGECCTGTITGEGGAAGTCT
M KD GRVIL VVP?2CRNOQGQDETLTIS®S&RARTIZESQOGAG®G®WSULRETTH AT CCTLOGK &

9850 9860 9870 9880 9890 9900 9910 2920 2910 9940 9950 9960
TACGCCCAARTGTGGAGCTTEATGTATT TCCACACACCOGACCTCAGECTEGCGEUARRTCCTATTTCCTCCGCACTACCATCACATTGGGTTCCARCAAGT CEAA CAACCTEGTCCATA
¥ A0 WS L MY PHRRDLRLAADND BATLOCCSAVDPESEHE®STYVPEPTS SRTTUWS I

9970 9980 9920 1G000 1001¢ 10020 10030 10040 10650 10060 10070 10080
CATGCTARACATGAATGCATCACAACGGAAGACATGCTGACAGTCTGEARCAGECTCTCGCATTCAAGARAA CCCATCEATGCARCACARMAACTCCAGTGGAATCATEGEACCARATCCCA
A XKHEWMTTTEZDMNMTLTTYWDNRYW I Q ENUPWWMETDI KTITUPYV E S WEETIP

10090 lo1900 10110 10120 10130 10140 10150 101860 10170 10180 10190 10200
TACTTGECEAMMAGACARCACCAATCATHCCECTCATTCATTCCOTTAACAACCAGUCCCACC TOGCCAAAGAACATCCAAGCAGCARNTAAATCAAGTTACATCCOTTATACCCANTCAR
Y ¢ K R ED QW G668 L I LTS8 RATMHWAIKDNTIOGAAMTILIDNGOQYVYERSILIGUNE

»3 N
10210 10220 10230 102490 10258 10260 10270 10280 10220 1030¢ 10310 106320
GAATACACAGATTACATGCCATCCATGAAAAGATT CAGAAGAGAAGAGEAAGAAGCAGGAGTTCTGTGGTAGAAAGCAAAACTAACATCGANA CAAGGCTAGARGTCAGGTCUCEATTAAGT
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E Y T D Y¥Y M P S M KRPFRAREETETEH& AGZGEZUVELWH

19330 10340 10350 10360 10370 10380 1039¢ 10400 1a4ia 10420 10430 10449
CATAGTACGGAAAAAACTATGCTACCTGTEAGCCCCOTCOAAGGACGTTAAAAGAACTCAGGCCAT CATAAATGCCATAGC TTGAGTAAACTATG CAGCCTATAGC TCCACCTGAGAAGE

10450 10460 10470 1p4gn 10490 10500 10510 105290 10530 105410 10550 10560
TGTAAARAAT CCGGGAGGCCATAAACCATEEARGCTETACGCATGE CCTACTEGACTAGCGGT TAGAGCAGACCCCTCCCT TACARAT CGCAGCAACARTGGG GG CCCAAGGCGAGATGA.

10870 ‘L0580 10590 10600 10610 10620 10630 10640 10650 10660 10670 L0680
AGCTCTACTCTUCCTGEAAGGACTAGAGGTTAGAGGACACCCCCCCEARACAARAAACAGCATATTCGACCCTCCGAAAGACCAGAGATCUTECTGTCTCCTCAGCATCAT T CACGTACA

10630 16700 10710 10729
GARACGCCAGAAARATGGAATGETGCTGTTGARTCAACAGRETCT

DENvax-3 Master Virus Seed (MVS)

[000162] Nucleotide sequence of the chimeric viral genome and deduced amino acid
sequence of the translated protein are provided herein. Most of the prM-E gene (nt-
457 to -2373, underlined) is wild-type (wt) DEN-3 16562 virus-specific; the
remaining nucleotide sequence is DEN-2 PDK-53 virus-specific. The E protein of
DEN-3 virus has two fewer amino acids than the E protein of DEN-2, Therefore, nt
position starting from NgoMIV is 6 ut less than the original DEN-2 PDK-53 nt
position. All engineered substitutions differ from wt virus (DEN-3 16562 or DEN-2
16681), as well as extra mutations (changes from engineered cDNA clone) are
marked.

Substitutions Included in the Genome and Proein:

[600163] Iunctlon sites:
a. 451-456): engincered silent mutation, nt-453 A-to-G
b. | £ (nt 2374-2379): engineered mutations, nt-2375/2376 TG-t0-CC
(resu ed in E-480 Val-to-Ala change)

[000164]) D2 PDK-53 virus backbone (change from wt D2 16681): in bold

. S-noncoding region(NCR)-57 (nt-57 C-to-T): majur atienuation locus {in red}
NS1-53 Gly-to-Asp (nt-2573 G-to-A): mujor afienvation locus (in red)
NS2A-181 Leu-to-Phe (nt-4012 C-to-T)

NS3-250 Glu-to-Val (nt-5264 A-to-T): major attenuation locus {in red}
nt-5541 (NS3 gene) T-to-C silent mutation

NS4A-75 Gly-to-Ala (nt-6593 G-to- C)

* nt- 8565 C-to-T silent mutation of PDK-53 is not engineered in the vaccine virus

o a0 o

[000165] Engineered mutation in DEN-3 prM-E (change from wt D3 16562)
a. Engineered nt-552 C-to-T silent mutation: clone marker
b. Engineered E-345 His-to-Leu (nt-1970 A-to-T) for efficient replication in
cultures

[600166] Additional substitutions found in vaccine seed (0.02% nt different from
original clone)
a. E-223 Thr-to-Ser mutation (nt-1603 A-to-T, in bold)
b. nt-7620 A-to-G silent mutation (in bold)

RHCR-37-70, D& PUE-B3 attenuation loous (W% 0F 1868X:0%

» 5'-Noncoding Regilon i > C
19 20 30 40 50 60 70 80 20 100
AGTTCTTAGTCTACCTGEACCCACAARGACAGATTCTTTGACECAGCTAAGCTCRATGTAGTTCTAACAGTTTTTTAAT TAGAGAGCAGATCTCTGATGE,
M N
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110 120 130 149 150 160 i7¢ 180 180 200
ATAACCARCGGAAARAGGUGAARAACACGCCTTTCAATATCCTGARACGCGAGAGARACCGCGTGTCGACTETGCAACAGCTEACAARGAGATICTCACT
N ¢ R K K A XN T P F NMTL KR ERUDN RV S TV Q@ L T KXKT®RF S L

210 220 230 240 25¢ 260 270 280 290 300
TGEAATGCTGCAGGGACGAGGACCATTAAAARCTGTTCATGGCCCTGGTGGCETTCCTTCGTTTC CTAACRATCCCACCARCAGCAGGGATATTGAAGAGA
G M L g ¢ RGP L KL P WMALV VAP F L RTPFILTTI®PPT-ATGTITILIEKR

310 320. 330 340 3150 360 370 380 390 400
TGGGGARCAATTAAARAATCARAAGCTATTAATGTTTTCACACGET TCAGGARAGAGA TTGGAAGGATECTCAACATCTTGAATAGGAGACGCAGRTCTG
¥ ¢ T I K K 8 X4 I NV LR GGPF RUEKETIG RMTILU®NNTITLU MNU R ERT®ERZERSHA

> pry Beginning of D3 16562 sequenca
a10 420 430 440 450 [460 _ 470 480 4940 500
CRGGCATGATCATTATGCTGATTCCAACAGTGATGGCGTTCCATTTARACT, 2 CATCGAGAGCCGCGCATCGAT TGTGECGAAGAATGANAGAGGARA
4 m I I M L 1 P T VvV M A F H L T D & E PR M I V G K NE R G K

}

splicing site (nt-453 A-to-G gllent mutation)

Enginearaed

510 520 530 540 550 560 570 580 350 600
ATCCCTACTTTTCAAGACAGCCTCTGGAATCAACATGTGCACACTCATAGCTATGGAT CTGEGAGAGATCTETCATCACACGGTCACTTACRAATGCCCC
$ 4 L F KT A s G I ¥ MC<¢TULTEIEAMUDULTGTEMTGCDTZDTUVT Y K C P

Silent C-to-T nk mutaticon as clone marker

610 620 630 640 650 660 670 680 690 700
CACATTACCGAAGTCGAGCCTGAACGACATTGACTCCTGETGCAACCT TACAT CGACATEGGTGACT TATGCAACATECARTCAAGCTGGAGAGCATAGAL
H i T E VvV E P EDI DCWOCNT TS T WV TY S T CNQQA GG EHURR

> M
710 720 730 740 750 760 770 780 790 80¢
GCGATAAGAGATCAGTGGCGTTAGCTCCCCATGTTEECATGGCACTECACACACGCACTCAAACCTGGATCTCCECTGARGEAGC T TGGAGACARCTCCRE
D K R 38 VvV A L A P HVGMGELDTRT QT WMS A EGU AWT R Q V E

810 820 830 840 850 860 870 880 8390 500
GAAGGTAGAGACATGEGCCCTTAGGCACCCAGGETTTACCATACTAGCCCTATTTCTIGCCCATTACATAGGCACTTCCTTGACCCAGARAGTGGTTATT
K v ETW AL RMHUP G F TILAILVF L A HY I & TS L T Q KV V I

= E
910 520 930 540 950 360 870 980 990 1600
TTTATACTATIAATGCTGGTTACCCCAT CCATGACAR TGAGATGTGTACCAGTAGGAAACAGAGATTTTETEGAACGCC TATCGGGAGCTACGTGGGTTS
F I L. L M L ¥V T P S M THWZERCCYV G ¥ 6NN RD TP VvV E &L 38 ¢ A THW V D

1010 1020 1030 1040 1050 1060 ic70 1080 1050 1100
ACGTCETECTCCAGCACCETGGETGTGTGACTACCATGECTAAGAACAAGCCCACGCTGEACATACACCT TCAGARCGACCCACELCACCCARNCTGGCGAC
v v L EH G G CV TTMAIEXNIE K?®P?P TL DTIUETLUOQI KTEZ S ATGQETLAT

1110 1120 1130 ?.140' 1150 1160 1170 il80 1180 1200
CCTAAGGAAGCTATGCATTGAGGGAARAATTACCAACATAACARCCGACTCAAGATGTCCCACCCAAGHEGAAGCGATTTTACCTGAGCAGCAGGACCAG
L R K L ¢ I EG¢G XK I TNTITTTDSU R CUPTOGQGEH ATIULUZPETEUQDOQ

121¢ 1220 1230 1240 125¢C 1260 1270 1280 1220 1300
AACTACGTETCTAAGCATACATACGTGGACAGAGGCTGEEGARACGGTTGTGGT TIG T TTEGCAAGGGAAGCTTGGTGACATGCGCGAAATTTCAATCTT
¥ ¥y v ¢ K HTY VDU RGWGNGOCG UL F 6 K G S L VTCCAI KT FQ C L

1310 1320 1330 1340 1350 1360 137¢ 1380 1350 1400
TAGAATCAATAGAGGGAAARGTGETGCAACATGAGAACCTCAAATACACCGTCATCATCACAGTGCACACAGEAGACCAACACCAGHTGGGARATGARAC
E s I BE G KV V QHEWMNZ LI KUY TV I I TV HTGTUDOGQUHZ GQQUV G HNZET

1420 1420 1430 1440 1450 1460 14790 1480 1480 1500
GCAGGGAGTCACGGCTGAGATAACACCCCAGGCATCAACCGCTGAAGCCATTTTACCTCARTATGGAACCCTCGGGCTAGARTGCTCACCACGGACAGET
9 G v T A E I TP QA S TAEA ATIIL P EY¥Y ¢ TUL G L EC 8 P RT G

1510 1520 1530 1540 1550 1560 157¢Q 1580 1550 1600
TTGCATITCAATGARATGATCTCATTGACARTEGAAGAACARAGCATGGATGG TACATAGACAATGGTTCTTTCACTTACCCCTACCATGGACATCAGGAG
L D F NEMTI S L TMIEKDNI KAWM YV HROGEWT F FDILUPULPWT S G A

1810 1620 1630 1640 1650 1660 1570 1680 1690 1700
CTRCAGCAGAAACACCAACTTGGAACAGGAAAGAGC T TCTTGTGACAT TTARAAATECACATGCAAAAAAGCAAGAAGTAGTIGTTCTTGGATCACAAGA
s A ETPTWUHN¥ R KU EBETILILV TF KN AU HBA AIKI KOQEV V VYV L G 8 @ E

Additional E-233 Thr-to.Ser mutation (wt D3 16562: nt-1603 A) in master and pre-master Beed

1710 1720 1730 1740 1750 1760 1770 1780 179¢ 1800
GGGAGCAATGCATACAGCACTGACAGCAGC TACAGAGATCCAAACCTCAGGAGECACANGTATCTTTCCGGGGCACT TARARTGTAGACTCAAGATGGAC

60




WO 2014/150939 PCT/US2014/024603

G A MHTALTGaATETIOGQTSOGOGEGTSsSTI FAGHTUILIEKCRTIELIEWMTED

1810 1820 1839 18490 1850 1860 1870 1880 1890 1300
AAATTGGAACTCAAGGEEATCAGCTATCCARTGCTGCTIGAGTAGCT T TETGTTGAAGAARGAAGTCTCCEAAACGTAGCATGGEACAATACTCATTAAGG
K L EL XK 66 M 53 Y a2 M CL S s F Vv L KKEV S ETZGQHOGTTIULTIEKWUWV

1910 1920 1930 1340 1950 1960 1970 1980 1980 2000
TTGAGCTACARRGGEGARGATGCACCCTEGCARGATTCCTT TCTCCACGEGAGGATGEGACAAGEAAARGCTCTCAATCGCAGACTGATCACAGCCAATCCAGT
E ¥ Kk ¢ EDAP ¢ K I P F 8 T ED G QG KAILUNGRTLTITH ADNZPYV

Engineered E-345 Hig-towLeu (wt D3 16562: nt-1970-A} for efficient growth

‘2010 ) 2020 2030 2040 2050 2060 2070 2080 2080 2100
GGETGACCAAGARGEAGGAGCCTGTCAACAT TGAGGCTGAACCTCCTTTTGGAGARAGTAACATAGTAATTGGAATTGCAGACAAAGCCCTGAAAATCAAC
vV T K K E E P V NI E A EP P F & E S N I VI 66 I D Ka-AT LI KTITHN

2110 2120 2130 2140 2150 2160 2170 2180 2180 2200
TGGTACAAGARGEGAAGCTCGAT TGGGAAGATETTCGAGGCCACTGCCAGAGETGCAAGGCGCATCGCCATC TTGGCAGACACAGCCTEGGACTTTGGAT
W ¥ K K 6 8 8 I 6 KM F EATWAU®RU®GARIERMMMATITLTGGDTAUWDTF G S

2210 2220 2230 2240 2250 2260 227¢ 2280 22%0 2300
CAGTEEETGE TG T T TCAATTCAT TAGGCAAAATGETCCACCAARTATTTGGEAGTCC TTACACAGCCCTATTTGETGEAGTCTCCTGGATGATGALRLT
vV ¢ 6 ¥V L ¥ 8 L G KMV HQTIUV F s AYTATLTFGG VvV & W MMEKTI

End of D3 16562 sequence
2310 ) 2320 2330 2340 2350 2360 2370 I 2380 2390 2400
TGGAATAGGTGTCCTCTTAACCTGGATAGGGTTGA%QIQAAAAAATACTTCTATGTCATTTTCATGCATCGCG ATTGTGACACTGTATTTGGGA
¢ I @ vV L L T w# I ¢6 L ¥ 8 K N T 8 M 8 F 8 €¢I A A G I V T L ¥ L G

splicing site, E-480 Val-to-Ala {nt-2375/2376 TG-to-CC)

Engineered ¥

» NS1
2410 2420 2430 24290 » 2450 2460 2470 2480 2490 2500
GTCATGETGCAGGCCGATAGTEETTGCGT TG TGAGCTGGARAAACARAGARCTGARRTGTGECACTGGGATTTTCATCACAGACARCGTGCACACATCGA
v M V Q A D S5 G ¢ VvV v 8 W KNI KZEDLI KOOGS G I F I TDUHNWVIETWWT

2510 2520 2530 2540 2550 2560 257C 2580 2590 2600
CAGAACAATACAAGTTCCAACCAGRATCCCCTTCAAAACTAGCTTCAGCTATCCAGAAAGCCCATGAAGAGGSCATTTGTGGAATCCGCTCAGTAACAAG
E Q Y X F g P E S P 5 KL A 8 A I Q KA EEEUEIOUCSGTIT®RSVYVY TR

-t

22 PRK-53 NEL-53-3sp attsnuation losus {wt DR 1§831: Gly. n-RWI3-G)

2610 2620 2630 2640 2650 2660 2670 2680 26390 2700
ACTGGAGAATCTGATGTGGAAACAAATAACACCAGAATTGAATCACATTCTATCAGARAAATGAGGTGAAGTTARCTATTATGACAGGAGACATCARAGGA
L EN L M W KQ I T™PETULWNUHTITULSEDNEVV KILTTIMTSGT?DTITK G

2710 2720 2730 2740 275¢ 2760 2770 2780 2790 2800
ATCATGCAGGCAGGRAAACGATCTCTGCGECCTCAGCCCACTGAGCTGAAGTATTCATGCARAACATGECGCARAGCARAAATGCT CICTACAGAGTCTC
I M 2 A ¢ KR S 1L R P Q P TETULE K Y S W XTWG KA AI KMTELSTTZE S H

2810 2820 .2830 2840 2850 2850 2870 2880. 2830 2900
ATAACCAGACCTTTCTCATTCATCGCCCCGAAACAGCAGARTECCCCAACACAARTAGAGCT TGCGART TCATTGGARCTTGARGACTATGCCTTTGGAGT
N ¢ TF L I D &P E TAUETC?PNTUTWMNW RAMAWDNSGSTILEVYVY ETDYG'F G V

23810 2920 2930 2940 2950 2960 2870 2980 2990 3000
ATTCACCACCARTATATGGCTARAATTGAAAGRAARAACAGCGATGTATTCTGCEGACTCARAACTCATG TCAGCGECCATAMAAGACAACAGAGCCETCCAT
F T T™ N IT W L K L K E K Q@ DV F CDJZSKULMMSESE®BAA RzTIIZ KU DU NNURAWYVYH

301¢ 3020 3030 3040 3050 3060 3070 3080 3090 3100
GCCGATATGGGTTATIGGATAGRAAGTGCACTCAATGACACATGGAAGATAGAGARAGCCTCTT TCATTGARGTTARAARACTGCCACTGGCCARMATCAC
A DM GG Y WI ESALUDXNDTWIEKTIUEUZ XK AST FTIETVE KU NTC CHUWZPZXKXK 5 H

3110 3120 3130 3140 3150 3160 3170 3180 3190 3200
ACACCCTCTGRAGCARTGGAGTGCTAGARAAGTGAGATEATAATTCCAARGAATCTCGCTGGACCAGTGTCTCAACACAACTATAGACCAGGCTACCATAC
T L W S N 6 VL BE 8 EM Y I P KENLAGUZPV S8 g HRKNKY RPGYHT

3210 3220 3230 3240 3250 3260 327C 3280 3280 3300
ACAAATAACAGGACCATGCCATCTAGGTAAGC TTCAGATGGACTTTGATI TCTGTGATGGAACAACAGTGETAGTEGACTGAGGACTGCGGARATAGAGEA
Q I T ¢ P W HL G K L, EMDFDP CDGTTUVV V TEDT GCGTU NR G

3310 3320 3330 3340 3350 3360 33270 3380 33390 3400
CCCTCTTTGAGAACAACCACTGCCTCTGGARAACTCATAACAGAATGGTGCTGCCGATCTTGCACATTACCACCGCTAAGATACAGAGGTGAGGATGGGT
P 8 L R T T T A S G KL I TEWCC®RS CCTDLPPILZEUYTRAGEDOGC

» NS2A
3410 3420 3430 3440 3450 3460 3470 3480 3490 3500
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GCTGGTACGGGATGGARATCAGACCATTGRAGGAGRAAGARGAGAAT TTGG T CAACTCCTTGGTCACAGCTGGACATGGGCAGGTCGACAARCTTTTCACT
W ¥ G M E I R PLKEIKEZEDHNTLV N S L VTAGUHGQUV DNTF S L

3510 3520 3530 3540 3550 3560 3570 3580 3590 3600
AGGAGTCTTGGEAATGGCATTGTTCCTGGAGGAAATGCT TAGGACCCGAGTAGGARCGAAACATGCAATACTACTAGTTGCAGTTTCTTTTGTGACATTG
¢ v L & MALRFL EEMTULUZRT®RU Y 6 TEKHATIILILV AV S F V T L

3610 3620 3630 - 3640 3650 3660 3670 3680 3690 3700
ATCACAGGGAACATCTCCTTTAGRGACCTEGEARGAGTCATGCTTATGGTAGGCGCCACTATGACGGATGACATAGGTATGGECGTGACTTATCTTGCCT
I T GG N M S F RDL GRVM VM VG A2 TMTODDBTI GM GV T VY L AL

3710 3720 3730 3740 3750 3760 3770 3780 3790 3800
TACTAGCAGCCT TCARAGTCAGRACCARCTITTGCAGC TGGACTACTCTTCGAGAAAGCTGACCTCCAAGGRATTCGATGATGACTACTATAGGARTTGTACT
L A A F X VRER?PTTUF& AASGTILTILIULURIKILTSKE ETLMMMTTTIGTI VL

3810 3szco 3830 3840 3850 3860 3870 3880 38390 3900
CCTCTCCCAGAGCACCATACCAGAGACCATTCTIGAGTIGACTGATGCCTTAGC CI‘TAGGCA’IGATGGTCCI‘CAAAATGGTGAGAAATATGGAMAGTAT
L s ¢ 5§ TI P ET XL ELTDAILAILGMMV L KMV RNMTEIE K Y

3910 3920 3230 39440 3950 3560 3370 3980 3990 4000
CAATTEGCAGTGACTATCATEGC TATCT TGTGCGTCCCAAACGCAGTGATAT TACARARCGCATGGAAAGTGAGTTGCACAATATTGGCAGTGETSTCCG
Q L AV TIMATILITILTUGCVYZPNAV I L Q NAWIKVYV S CTIULAYV VS V

4010 4020 403Q 4040 4050 4060 4070 4080 4090 4100
TTTCCCCACTGTTCTTARCATCCTCACAGCRAAAAACAGATTGGATACCATTAGCATTGACGATCAAAGGTCTCARTCCAACAGCTATTTTTCTAACARL
S » L FL TS S$ ¢ ©Q K TUD WIPILOATILTTTII K GIL NPT ATIUFILTT

D2 PDK-53 specific NS2A-181-Phe (wt D2 16681: Leu, nt=-4012-C)

> NS2B
4110 4120 4130 4140 4150 4160 4170 4180 4190 4200
CCTCTCARGAACCAGCAAGARARGGAGCTGGCCATTAAATGAGGCTATCATGGCAGTCGEEATGGTGAGCATTTTAGCCAGTTCTCTCCTAAAAAATGAT
L 8 R T 8 K KR S W P L NFEAIMAUV M VS I L A S S8 L L K ND

4210 4220 4230 4240 4250 4260 4270 4280 42390 4300
ATTCCCATGACAGGACCATTAGTGGCTGEAGGGCTCCTCAC TG TG TGCTACGTECTCACTECACGATCGGCCGATTIGGARCTGGAGAGAGCAGCCGATG
I pPM TGP L VAGGGL L TV CY VYV LT GRS ADPDILETLET RGAATDVY

4310 4320 4330 4340 4350 4360 4370 4380 4330 4400
TCARATGEGAAGACCAGGCAGAGATATCAGGAAGCAGTCCAATCCTGTCAATAACRATATCAGAAGATGGTAGCATGTCGATARARAAATGAAGAGGAAGA
K ¥ ED¢g A EI 86 8 8P I L S I TTI SEDSGS S SMS I KNETEE E

4410 4420 4430 4440 4450 4460 4470 4480 4490 4500
ACAAACRCTGACCATACTCATTAGAACAGGATTGCTGETGATCTCAGGACTTTTTCCTGTATCAATACCAATCACGGCAGCAGCATCETACCTG TGGGAR
g T L TIULIZRT'TGUL L VI SGIL F P vV 8 I P I TAAAMMWY L WE

» NS3
4510 4520 4530 4540 4550 4560 4570 4580 4590 4600
GTGAAGAAACARCGGGCCGGAGTATTGTGGGATGTTCCTTCACCCCCACCCATGGGAAAGGCTGAACTGGARGATGGAGCCTATAGAATTAAGCAARRRG
vV K K Q R A GV L WDUV P s PP P M G X A EL EDGATYURTIEKSGQQTZ KOG

4610 4620 4630 4640 4650 4660 4670 4680 4690 4700
GGATTCTTGGATATTCCCAGATCGGAGCCGGAGTTTACAAAGAARGGAACATI'CCATACAATGTGGCATGTCACACETGECECTGTTCTAATGCATAARGS
I L. ¢ Y S ¢ I 6 A GV Y KEGTT FHTMUWHVYTRGAYVYILMHZEK.G

47140 4720 4730 4740 4750, 4760 4770 4780 4790 4800
ARAGAGCGATTGAACCATCATCCECEGACCTCAMGAAAGACCTAATATCATATGGAGGACCCTGGAAGT TAGARGGAGAATCCAAGCANGGAGAAGAAGTC
K R I E P 8 WADV KU KDTLTIS Y GG G W KILETGUEWMWE KETGEE V

48140 4820 4830 4840 4850 4860 4870 4880 4890 4900
CAGGTATTGGCACTGGAGCCTGGAARAAATCCAAGAGCCGTCCARACCARACCTGETCTTTTCARARACCAACGCCEGAACAATAGGETGCTGTATCTCTGG
Q v L A L E P G KN PR AV QTKUP G L F KT A T I G A VYV S8 L D

4910 4920 4930 4940 4950 4960 4970 4980 4990 5000
ACTTTTCTCCTGGRAACGTCAGGATCTCCARTTAT CGACAAAAAAGGARAACT TETGGGTCTTTATCETAATGETEGTTGTTACARGEAGTEGAGCATATGT
¥F 8 P ¢ T s 6 s p I I DKIXGIKV V GL Y GGN GV VY TRS G A YV

5010 5020 5030 5040 5050 5060 507¢ 5080 -5080 5100
BAGTGCTATAGCCCAGACTGARARRARGCATTGARGACAACCCAGAGATCGAAGATGACATITTCCGARAGAGARGACTGACCATCATGCACCTOCACCCA
5 A I 2 ¢ T E K S I EDDNUPETIZETDT DTIU PZRIE KTERRILTTIMDTIL H#H P

5110 5120 5130 5140 5150 5180 5170 5180 5190 5200
GGAGCGGGARAGACGRAGAGATACCTTCCGGCCATAGTCAGAGAAGC TATAARACGGEGETTTGAGARCATTAATCTIGGCCCCCACTAGAGTTGTCGCAG
6 A G KT KR YL P AT YV RE2ZATII K RTGILUZRTULIILSAZPTRYVY YV A A
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5210 5220 5230 5240 5250 5260 5270 5280 5250 5300
CTGAARTGGAGGAAGCCCTTAGAGGACTTCCARTAAGATACCAGRCCCCAGCCATCAGAGCTGTGCACACCGEGCEEGACATTETGEGACCTARTGTGTCA
E M E E A L RGL P T R Y QTP AR I RAVVYHTSGI RETUVDTILMOCH

D2 PDE-53 HE3-250-Vai attenmuation Isecusz (DI 15581: Glu, nv-5270-A)

5310 53240 533¢ 5340 5350 5360 5370 5380 5390 5400
"PECCACATTTACCATGAGGCTGCTATCACCAGTTAGAGTGCCAAACTACARCCTGATTATCATGGACGAAGCCCATT TCACAGACCCAGCAAGTATAGCA
A T PF TMRLUL $ P VRV P N Y NILTITMDE AHT FTUDUPAS I A

5410 5420 5430 5440 5450° 5460 5470 5480 5430 5500
GCTAGAGGATACATCTCAACT CEAGTGEAGATGGETEAGGCAGCTGGGATTTTTATGACAGCCACTCCCCCGEGARMGCAGAGACCCATTTCCTCAGAGCA
A R G Y I 8 TRV EMGEWH-AAGTIV FMTWSHATUPUPRGSRDUPVF P Q 5 N

5510 5520 5530 5540 5550 5560. 5570 5580 5590 5600
ATGCACCAATCATACGATGAAGAAAGAGAAATCCCTGAACGCTCGTGGAATTCCGGACATGAATGGGTCACGGATTTTAARGGEAAGACTGTTTGGTTCGT
A P I I DEEU®RETIUPERSUWUNSEGEHEUWVYVYTDTFI XKGE KT'TVWYWF V

D2 PDK-53 silent mutation nt-5541-C (D2 1668l: T)

5610 5620 5630 5640 5650 5660 5670 5680 5630 700
TCCARGTATRABAGCAGEARATGATATAGCAGCTTGCCTGAGGARAAATCCARAGAAAGTCATACAACTCAGTAGGARGACCTTTGATTCTGAGTATGTC
P 8 I X A6 N D I A A CLRIKDNUGUE EKI KU YVI QL S RIEXTTU FUDSEYYV

5710 5720 5730 5740 5750 5760 5770 5780 5790 5800
AAGACTAGAACCAATGATTGGGACTTCGTGGTTACAACTGACA’ITTCAGAAATGGGTGCCAA1 TTCAAGGCTGAGAGGGTTATAGACCCCAGACGCTGCA
K TR TUHNUDWDF VvV ¥Y¥7TTWDI S EMUGH ANV FKag RV I DUPRURUGCHM

5810 5820 5830 5840 5850 5860 5870 5880 5850 5%00
TGRAACCAGTCATACTAACAGATGGTGAAGAGCGECTEATTCTGGCAGGACCTATGCCAGTGACCCACTCTAGTGCAGCACAAAGAAGAGGGAGAATAGSE
K PV I L T DGEZEZRUYV1IIULAGOGT?PM®PVTHS S ASZBZOQRU®RUGT RTIG

5910 5920 5930 5940 5350 5960 5970 5980 5830 6000
ARGAAATCCAARAAATGAGAATGACCAGTACATATACATGGGEGAACCTCTGGAAAATGATGAAGACTGTGCACACTGGRARGAAGCTARAATGCTCCTA
R N P K N EN D @ ¥ I ¥MGEUPULUEDNUDEUDU UCAUHUWTEXKE®AI KM TILTL

6010 6020 ac30 6040 6050 6060 6070 6080 6090 €100
GATARCATCAACRCGCCAGRAGGAATCATTCCTAGCATGTTCGARCCAGAGCGTGARARAGETGGATGCCATTGATGECGAATACCGCTTGAGAGGAGALG
p ¥ I ¥T&?PEGTI I P S M F EU©PERTEZEKYVYDJATIDTGETYUERTUL®RGTERHA

6110 6120 6130 £140 6150 6160 6170 6180 6190 5200
CAAGCARRACCTTTGTAGACTTAATGAGAAGAGEAGACCTACCAGTCTGETTGGCCTACAGAGTGGCAGCTEAAGECATCAACTACGCAGACAGAAGGTG
R K T F VD LM®RU®BRGDULZ?P?P VW L A Y RV A AEUGIDNTZYADPZ& RTZ RW

. 6210 6220 6230 6240 6250 6260 6270 5280 6230 6300
GTGTTTTGATGCAGTCAAGAACAACCRAAT CCTAGARGARAACGTGCAAGTTGARATCTGGACAARAGAACCGECARAGCAAGAAATTGARACCCAGATGE
¢ F DGV KNDNN~QILETE®MNUYVEUVETWTI KESGHE2ZRIEKI KTILIIE KPR RTW

> NS4A
6310 6320 6330 6340 6350 6360 6370 6380 6330 6400
TTEEATGCTAGGATCTATTCTGACCCACTGECEGCTAAARGAAT TTAAGGAATTTGCAGCCGGAAGAAAGTCTCTGACCCTGRACCTAATCACAGARATGG
L D ARI Y S DPLALI KETFI XK EV FAA AGRI KIS STLTULWUNULTITEMSG

6410 6420 6430 6440 6450 6460 6470 6480 6450 6500
GTAGGCTCCCARCCTTCATGACTCAGARGGCARGAGACGCACTGGACAACTTAGCAGTGCTGCACACGECTCAGGCAGGTGEAAGEECGTACAACCATGC
R L P T FMTQ KA RDATZLUDU INTILD®Z YV L HTAZEZRXGGTZ RATYUNH A

6510 6520 6530 6540 6550 6560 570 6580 6590 €600
TCTCAGTEAACTGCCGEAGACCCTGGAGACATIGCTTTTACTGACACTTCTGECTACAGTCACGGGAGGGATCTTTTTATTCTTGATGAGCGCARGGGEGT
L $ L PETZULETZ LTULULULTULULATTVYVT™GOGTIT FIULFUL MBS AR €

D2 PDK-53 specific NS4A-75-Ala (wt D2 16681: Gly, nk-5539-G)

6610 6620 66390 6640 6650 6660 6670 6680 6690 8700
ATAGGERAGATGACCCTGEGAATGTGCTGCATAATCACGGCTAGCATCCTCCTATGGTACGCACARATACAGCCACACTGGATAGCAGCTTCAATAATAC
I ¢ K MTLTEMCCTITITTA AS®S I L L WY AQTI QP HWTIOAASITIL

6710 6720 6730 €740 6750 6760 6770 6780 6790 6800
TGGAGTTTTTICTCATAGTTTTGCTTATTCCAGARCCTGARARRCAGAGAACACCCCARGACAACCAACTGRCCTACGTTGTCATAGCCATC CTCACAGT
E F FL IV L LI » EPEKO QZ RTU POQQDINGQTZILTTYUVV I AITILTYV

> NS4B
6810 68240 6830 6840 6850 6860 6870 [3:2:1¥] 6890 690C
GGTEGCCGCARCCATGECABACGAGATGEGGTTTCCTAGAAAAAACGARGAARGATCTCEGCGATTGGCANGCATTGCAACCCAGCAACCCGAGAGCARCATC
v A A TMANUEMMGT F UL E X T K XKDL GL G S TIATQQQ B E S NI

6910 €920 6930 6940 6950 6960 63970 6280 62380 7000
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CTGGACATAGATCTACGTCCTGCATCAGCATGGACGCTETATGCCGTGGCCACAACATTTGTTACACCAATG T TGAGACATAGCATTGAARATTCCTCAG
L D I DL R P A 8 A WTTUILXY AV AT T F VvV TP MTULURUHSTIUEU NSGSS V

7010 7020 7030 7040 7050 7060 707¢ 7080 70380 7100
TEAATGTGTCCCTAACAGCTATAGCCAACCAAGCCACAGTGTTARATGGGTCTCGGGAARGGATEGCCATTGTCAAAGATGGACATCGEAGTTCCCCTTCT
N vs L TAIA2ADNWQATUVILMGIL G KGWPL S KMDTIGV YV PL L

7110 7120 713¢ 7140 7150 7160 7170 7180 719¢ 7200
CGCCATTGGATGCTACTCACAAGTCAACCCCATAACTCTCACAGCAGC TC T TTTCT TATTGCTAGCACATTATGCCATCATAGGGCCAGGACTCCARGCR
A I & ¢ Y 8 ¢ VN?PITULT R2RAULUPFILILUVVAEERUYOATITIG?CEC UL Q A

7210 7220 7230 7240 7250 7260 7270 7280 7290 7300
AAAGCAACCAGAGAAGCTCAGAAAAGAGCAGCGEUGGGCATCATGAARRACT CAACTGTCGATGGAATARCAGTGATTGACCTAGATCCAATACCTTATG
K A TRU&EBAOQI XRAASZGIMEKM®NEPTVDOGTITUVTIDTILDZPTIZP YD

7310 7320 7330 7340 7350 7360 7370 7380 739¢ 7400
ATCCARAGTTTGARARCCAGTTEGCACARGTAATGCTCCTAGTCCTCTECETGACT CARGTAT TGATGATCAGCACTACATEACCTCTGTG TGAGGCTTT
P K FE X QL 6 Q VMILIL V LCV T Q V L MM®BRTTTWATULTCTEAL

7410 7420 7430 7440 7450 7460 7470 7480 - 7490 7500
AACCTTAGCTACCGGGCCCATCTCCACATTGTEGECAAGGARAT CCACCGAGGTTT TERARCACTACCATTGCGATGTCAATGECTAACATTTTTAGRGGGE
T L.A T G P I § TTUL WEGUNUPG RV F W NT TTIAV S MANTIT FR G

> NSB
7510 1520 7330 7540 7550 7560 7570 7580 7590 7600
AGTTACTTGGCCGGAGCTGGACTTCTCTTTTCTATTATGAAGAACACAACCAACACARAGAAGGGEAACTGGCARCATAGGAGAGACCCTTCGHAGAGARAT
s ¥LAG AGLLPFPF S I M K N¥NTTHT RRGTGNIGETTILGCTZ EZX W

7610 7620 7630 7640 7650 7660 7670 7680 7690 7700
GGAAARAGCCGATTGAACGCATTGGGAAAAAGTGAATTCCAGATCTACARGAARAGTGGAATCCAGGARGTGEATAGAACCTTAGCAAAAGARGGCATTAR
K 8 R L N AL GZX S EVF ¢ I ¥ K K S8 6 I Q EV DU RTTULAIZ KTEUGTI K

Additional nt-~7260 A-to-G gllent mutation in master and pre-master seeds

7710 7720 7730 7740 7750 7760 7770 7780 7790 7800
ARGAGGAGAAACGGACCATCACGCTGTGTCGCGAGGCTCAGCAANACTGRAGATEGTTCCGTTGAGAGARACATAGTCACAC CAGAAGGGAARGTAGTGGAC
R @G BT DHMHAYV S R G & A KL R W P V EZRDNMYTUZPETGI KUV YV D

7810 7820 7830 7840 7850 7860 7870 7880 7890 7900
CTCGGTTGTGECAGAGGAGGCTGGTCATACTATTGTGGAGGACTAARGARTGTARGAGRACTCARAGGCCTAACRARAGGAGGACCAGGACACGARGAAC
L @ ¢ ¢ R GG WS Y Y ¢ & GG L KNV REVYVY KOG LTUEKGT G GPGHREERE P

7910 7920 7930 7940 7350 7960 7970 7880 7890 8000
CCATCCCCATGTCARCATATGGGTGGAATCTAGTGCGTCTTCARAGTGCGAGTTGACETTTTCTTCATCCCGCCAGARAAGTCTGACACATTATTGTGTGA
I PM S8 T Y G WNULVRUL QS GV DV FF I PPETZEKTSECDTTULTLCD

8010 8020 8030 8040 8050 8060 8079 8080 8050 8100
CATAGCGGAGTCATCACCAAATCCCACAGTGGAAGCAGGACGAACACTCAGAGTCC TTAACT TAGTAGAAARTTCCTTGAACARCAACACTCAATTTEGC
I 6 E &8 & PN PTV ®E A GRTTULRUV L NL VEU¥XNWIL N NDNTOGQTF C

8llc 8120 8130 8140 8150 8160 8170 8180 8190 8200
ATARAGGTTCTCAACCCATATATGCCCTCAGTCATAGARAARATGGAAGCACTACARAGGARATATGEAGGAGCCTTAGTGAGGAATCCACTCTCACGAA
I X VL N P ¥ MP S5 VI EI KMEA ATILUGQRIEKY G GAIL YV RDNPIL S R N

8210 8220 8230 8240 8250 8260 8270 82890 8290 8300
ACTCCACACATGAGATGTACTGEGTATCCAATGCTTCCGGGAACATAGTGTCATCAGTGAARCATGAT TTCAAGGATGTTGATCAACACATTTACAATGAG
s TH E M Y WV 8 ¥ A S NI V 8 8 vV N M I &8RMULIDNUERZPF TMHR

8310 8320 8330 8340 B350 8360 8370 8380 839Q B&DO
ATACAAGAARGCCACTTACGAGCCGGATGTTGACC TCGGAAGCGEGAACCCGTAACATCGGGATTCGAAAGTGAGATACCARACCTAGATATAATIGGGARA
Yy K K A TY EPDVDTILEG S 6T RWUNTI GIEH®SETIZPI NI LDTITIGK

8410 8420 8430 8440 8450 B460 8470 8480 8490 85060
AGMTAGAAAAAATAAAG CAAGAGCATGAAACATCATGECACTATGACCARGACCACCCATACAAMACGTCGGCATACCATGCTACGCTATGARRCARRAC
R I B K I K g EHET S WH YD QUDHUPY KTW®WATYHG S TYETIXK QO

8510 8520 8530 8540 8550 8560 8570 8580 8590 8600
AGACTGGATCAGCATCATCCATGGTCAACGGACGTGECTCAGGCTGCTGACARAACCT TGGGACGTCGTCCCCATGGTGACACACATGCCAATGACAGACAL
T G 8§ A 5§ & M VN GV VR LL T X P WDV YV P MV T QMU-AMMTDT

85610 8620 8630 8640 8650 8660 8670 8680 8690 8700
GACTCCATTTGEACARCAGCCCGTTTTTAARGAGARRGTGCACACGAGAACCCARGAACCGAARGARGGCACGAACARACTAATGAAAATARCAGCAGAG
¥ P F G ¢ Q RV F KEEK VDTRTGQCE P KEGGTTUE KIE KTILMIEKTITTOBAE

8710 8720 8730 8740 8750 8760 8770 8780 8790 8800

TGGCTTTGGARAGAATTAGGGAAGAAARACACACCCAGGATGTGCACCAGAGARAGAATTCACAAGAAAGGTGAGRAGCAATECAGCCTTEGEGGECCATAT
W L W K E L ¢ K K K TP RMUCT®REZ EEVF T RI KV VR S NA AL G- ATF
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8310 8820 8830 8840 8850 8860 8870 8880 8890 8900
TCACTGATGAGAACAAGTGGARAGTCEGGCACGTGAGGCTETTGARGATAGTAGGTTI TGGGAGCTGCT TGACARGGAMAGGAATCTCCATCTTGAAGGAAR
T D E N K W X S AR R BEA VYV EDSRVF WEULUV DI KEUZRNTLUHBILE G K

8910 8320 8930 8940 8950 8960 8970 8980 8990 S00¢
GTGTGAAACATGTGTGTACAACATGATCCGAARAAAGAGAGAAGARAGCTAGGGGARTTCGGCARGGCARANGGCAGCAGAGCCATATGGTACATGTGGCTT
¢C ETCV ¥ NMMGI KU REIKE KU LTGETFGI K AI K GSGSRATIWYMMWL

50140 9020 9030 8040 9050. 3060 5070 9080 20580 9100
GGAGCACGCTTCTTAGAGTTTGAAGCCCTAGGATTCTTAAATGAAGATCACTGGTT CICCACGAGAGRAACTCCCTGAGTGGAGTGGAAGEAGAAGEGCTIGT
¢ AR F L EF E AL GF L NEUDHBWT FS REDNSUL S GV E®GEGTL E

8110 9120 9130 9140 8150 9160 9170 9180 9130 9200
ACAAGCTAGGTTACATTCTAAGAGACGTGAGCAACGARAGAGGGAGCAGCAATGTATGCCCATGACACCGCAGGATGGGATACAAGAATCACACTAGARGA
K L 6 Y I u RDbV S KXEGOGaM?YADDTAZGWODTURITILED

9210 9220 9230 9240 9250 9260 9270 9280 82390 9300
CCTAAAAAATGAAGAAATGGTAACAAACCACATGGAAGGAGAACACAAGAAACTAGCCGAGGCCATTTTCAAACTAACGTACCAAAACAAGGTGGTGCGT
L K N EEMVV TNHMUESGEUHI K KT LA 2ZAZEHSBZTIU FKILT Y QUNZ KV VR

93140 9320 5330 8340 9350 89360 9370 5380 9390 9400
GTGCARAGACCAACACCAAGAGGCACAGTAATGGACATCATATCGAGAAGAGACCAANGAGGTAGTGCACARGTTEGGCACCTATGGACTCARTACTTTCA
vV ¢ R P TPRGTVDMDTII SRRDQRG S Q V6 TYGTLNTTFT

9410 9420 8430 9440 9450 2460 5470 9480 9490 5500
CCAATATGGARGCCCARCTAATCAGACAGATGGAGGGAGAAGGAGTCTTTAAAAGCATTCAGCACCTAACARTCACAGAAGAANTCGCTGTGCAARACTS
N M E A Q L I R Q M E 6 E & V F K 8 I ¢ H L TTITEETIDAAVYVQUDNW

8510 5520 9530 9540 8550 9560 9570 8580 5550 9600
GITAGCAAGAGTGGGGCGCGARACETTAT CAAGAATGECCATCAGTGEAGATGATTGTGTTGTGAARCCTTTAGATGACAGETTCGCARGCGCTTTARCA
L A RV CR ERUL S$RMMATLISGDUDOCYV VY KPLDD RV FASATILT

9610 8620 9630 9640 9650 9660 9670 9680 9690 9700
GCTCTAAATGACATGGGAARGATTAGGARACACATACAACAATGGCAACCTTCAAGAGGATGGAATGATTGGACACAACTGCCCTTCIGTTCACACCATT
A L N DMGZ XTI RI KDTIGOQO QMW®WET PTSTZ R®GWNDUWTOGQEVV P FCS ® HF

9710 9720 g73c 9740 8750 9760 9770 9780 9750 9800
TCCATGAGTTAATCATCAARGACGGETCGCGTACT CETTGTTCCATGTAGARACCRAAGATGAACTGATTGGCAGAGCCCGAATCTCCCAAGGAGCAGGETG
H EL I M KD G RVYVY L VYV P CRUNOQDETLTIUGR RW AIRTIZ®EQGS-AHAZG W

9810 9820 9830 9840 9850 9860 9870 9880 9890 9300
GTCTTTGCGGGAGACGECCTETT TGEGEAAGTCTTACGCCCARATGTEEAGCTTGATG TACT TCCACAGACGCGACCT CAGGCTGGCGGCAMTGCTATT
S LR ETAOCIL G K8 ¥A QMW S LMY F HRRUDULRUERAMZAZINATI

9910 9920 2330 59440 9950 9960 89970 9980 99949 10000
TGCTCGGCAGTACCATCACATTGGGTTCCAACAAGTCGAACAACCTGGTCCATACATGCTAAACATGAATGGATGACAACGGAAGACATGCTGACAGTCT
¢ s A VvV P S HW UV PTSURTTTWS I HAI KHEWMWMTTEWDMMTL TV W

10010 10020 1c0340 10040 10050 10060 10070 10080 10099 10100
GGEAACAGGGTETGGATTCAAGAAAACCCATGCGATCEAAGACAARACTCCAGTGGARTCATGGEGAGGARATCCCATACTTGGGGAAANGAGARGACCAATG
N RV W I ¢ EN P WM ETDI KTU®P?P YV E S WEETIUZPYTYULGI XU RTEDOQTW

10110 10120 10130 10140 10150 10160 10178 10180 1018Q 10200
GTGCGGCTCATTGATTGGGTTAACEAGCAGGGCCACCTGGGCAAAGBACATCCAAGCAGCAATAAATCAAGTTAGATCCCTTATAGGCAATGAAGAATAC
6 8 L I G L T S8 RATWAI KDMNTIOGGA AAMTIWNOGEQGTYVURSTL I G N E E Y

» 3'-Koncoding Reglon
10210 10220 10230 10240 10250 10260 10270 10280 10250 10300
ACAGATTACATGCCATCCATGAAAAGATTCAGAAGAGAAGAGGAAGAAGCAGGAGTTCTGTGGTAGAAAGCAAAACTAACATGAAACAAGGCTAGAAGTC
T DY M P S M X R ¥F RREEETEW ARGV L W *

lo031la 10320 10330 10340 10350 16360 10370 10280 10390 10400
AGGTCGGATTAAGCCATAGTACGEAARAARCTATGCTACCTEGTGAGCCCCGTCCAAGOACGTTAAAAGARAGTCAGGCCATCATAAATGCCATAGCTTGAG

10430 10420 10430 10449 10450 10460 10470 10480 104590 16500
TAARACTATGCAGCCTGTAGCTCCACCTGAGRAGGTGTARARAAATCCGGEAGGCCACARACCATEGARGCTGTACGCATEGCGTAGTGGACTAGCGGTTAG

10510 10520 10530 10540 10550 10560 10570 10580 10590 10600
AGGAGACCCCTCCCTTACAMTCGCAGCARCAATGEEEGCCCAAGGCGAGATGAAGCTETAGTCTCGCTGGAAGGACTAGAGGTTAGAGEAGACCCCCCC

106710 10620 106320 10640 10650 10660 10670 10680 10690 10700
GAAACARARAACAGCATATTGACGCTGGEARAGACCAGAGATCCTGCTETCTCCTCAGCATCATTCCAGGCACAGAACGCCAGAMAATGEARATGETGCIG

10710
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TTGAATCRACAGGTTCT

DENvax-4 Master Virus Seed (MVS)

[000167] Nucleotide sequence of the chimeric viral genome and deduced amino acid
sequence of the translated protein. Most of the prM-E gene (nt-457 to -2379,
underlined) is wild-type (wt) DEN-4 1036 virus-specific; the remaining nucleotide
sequence is DEN-2 PDK-53 virus-specific. All engineered substitutions differ from
wt viros (DEN-3 16562 or DEN-2 16681), as well as extra mutations (changes from
engineered cDNA clone) are marked.

Substitutions Included in the Geneme and Protein:

. (nt 2380-2385): engineered mutations, nt-2381/2382 TG-10-CC
(resulted in E-482 Val-to-Ala change}

[000169] D2 PDK-53 virus backbone (change from wt D2 16681)

5-noncoding region(NCR)-57 (nt-57 C-t0-T): major attennation locus {in rad)
NS1-53 Gly-to-Asp (nt-2579 G-to-A): major attemuation ocus (i ved)
NS2A-181 Leu-to-Phe (nt-4018 C-to-T, in bold)

NS3-250 Glu-to-Val (nt-5270 A-to-T): susjor dticanpation locus {in rod)
nt-5547 (NS3 gene) T-to-C silent mutation (in bold)

NS4A-75 Gly-to-Ala (nt-6599 G-to-C, in bold)

* nt- 8571 C-to-T silent mutation of PDK-53 is not engineered in the vaccine virus

e o o

[000170] Engineered substitutions in cDNA clone

a. Engineered C-100 Arg-to-Ser (nt-396 A-to-C): may improve viral replication
in culture

b. Engineered nt-1401 A-to-G silent mutation

c. Engineered E-364 Ala-to-Val (nt-2027 C-to-T): may improve viral replication
in culture

d. Engineered E-447 Met-to-Leu (nt-2275 A-to-C): may improve viral
replication in culture

[000171] Additional substitutions found in vaccine seed (0.06% nt different from
criginal clone)

nt-225 (C gene) A-to-T silent mutation (in bold)

NS2A-66 Asp-to-Gly (nt-3674 A-to-G) mutation (in bold)

NS2A-99 Lys-to-Lys/Arg mix (nt-3773 A-to-A/G mix, in bold)

nt-5391 C-to-T (NS3 gene) silent mutation (in bold)

NS4A-21 Ala-to-Val (nt-6437 C-to-T, in bold).

nt-7026 T-to-C/T mix silent mutation (in bold)

nt-9750 A-to-C silent mutation (in bold)

o 0 o

BUR-ET7-W, 03 PDXK. 533 attenuation loosus {(wt DI LEEBL: &)

» 5'-Roncoding Region H >C
10 20 30 40 50 &0 70 80 20 1040

AGTTGTTAGTCTACGTGGACCGACAARCGACRGATTCTTTGAGGGAGCTARGCTCAA TGTAGTTCTAACACTTTTTTAATTAGAGAGCAGATCTCTGATGR
M N
110 120 130 140 150 160 170 180 190 200
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ATARCCAACGEAARARGGCGAARRACACCCCTITCAATATECTGARACGCGAGAGAAACCGCETETCEACTG TECARCAGCTGACAAAGAGATTCTCACT
N Q R K K A K NN T P F N Mm L, KR ERDNZ RV STV Q@ LTI KT RUPF 8§ L

210 220 2130 240 250 260 270 280 290 300
TGGRATGCTECAGGGACCAGBACCTT TAAAACTETTCATGGECCCTEETEECETTCCTTCGTTTCCTAACRATCCCACCAACAGCAGGGATATTGARGAGA
G M L Q 6 R G P L KL FMATLU VAV FULIZRVPFPFULTTIU®P?UPTMAGTITILIZXKXR

Additional nt-225 A-to-T silent mutation in master and pre-master geeds

310 320 330 340 350 360 370 380 390 400
TEEGGAACAATTAARARATCAARAGCTATTAATCGTTTTGAGAGECTTCAGGAAAGAGATIGGARGCATGCTGARCATCTTGAATAGGAGACGCAGETCTG
W 6 T I X K 8 K A I NV L R &F RKETIGRMTULUNTITILDNUERIEKIZ RS 8 a

Engineered C-100 Arg-to-Sex (nt 396 A-to-C)

> prM Beginning of D4 1036 gequence
410 420 430 4490 450 !460 470 480 490 5Q0
CAGGCATGATCATTATGCTEATTCCARCAGTEATGECETTCCATTTRACC (_E_ATGGCGMCCCCTCATGATAGTGGCAA&_ACATQUAAAGGGGGAG
¢ M I 1 M L T P TV MATFETLTT RUDGEZ®PTILMTIUVATZ KT EHET R G R

Bnginee:ed

: eplicing gite (nt-453 A-to-G silent)

530 » 520 530 540 550 ) 560 570 580 590 600
ACCTCTCITGTT TAAGACRACAGAGGEEATCARCAAATGCACTCTCATTGCCATGGACTTGGGTGAAATGTGTGAGGACACTGTCACGTATAAATGCCCC
P L L F K TTZESGGIWNI XK CTUDL I AMO®D DI L G E M CEUDTUVTJYIK KPP

610 520 630 640 650 660 670 &80 699 700
TTACTGGTCAATACCGAACCTGARGACATTGATTGCTGETGCAAT CTCACGTCTACCIGGE TCATG TATGGGACATGCACCCAGACUCGAGAACGGAGAL
L L vV N T E P E DI D CW CNILTS T WV MY G TCECT QS 6 EPRRR

> M
71¢ 720 730 740 750 760 770 780 790 800
GAGACAAGCGECTCAGTAGCTTTAACACCACAT I CAGGAATGGEATTGGAAACAAGAGCTGACACATCEATCTCAT CGGARGEEGCTTEGAACCATCCTCA
E X R 5 VvV AL TPHSGMOGIL & TRMAE'TWMSESEGAWIEKEHD-HRQ

810 820 830 840 850 860 870 880 890 904Q
GACAGTAGAGAGCTGEATACTCAGAAACCCAGCATTCGCGCTCTITCGCAGCGATTTATGGCTTATATGATTGGGCAAACACGGAATCCAGCCAACTGTCTTC
R vV E s # I L R NP G F A L LACGT FMAUYMMTIGOQTTUGTIOQERTV F

> B
910 520 93¢ 940 850 960 970 980 9390 i000
TTTGICCTAATEATCCTGETCEUCCCATCCTACGEAATGCEATECGTAGGAGTAGGARACAGAGACTTTGTCCGAAGGAGTCICAGGTGGAGCATGGGTCG
F Vv LM M L VvV A P 8 Y G MROCVYVY GV NI RUDVFV E GV 8 GG AWV D

1010 1020 1030 1040 1050 1060 1070 1080 1090 1100
ATCTCGTGCTAGARCATGEAGGATECGTCACAACCATGECCCAGGGARAACCAACCTTGEAT TTTCAACTCACTAAGACAACAGCCARGGARGTGGCTCT
L vV L EH GGV TTMOBABOGEOGXUPTILDV FETLTI EKTTTA AIEKEUVATL

1110 1120 1130 1140 1150 1160 1170 1180 1120 1200
GTTAAGARCCTATTGCATTGRAAGCCTCAATATCAAACATARCCACGGCAACAAGATGTCCAACGCAAGGAGAGCCTTATC TAAAAGAGGARCANGACCAR
L R TY ¢CI E A S I 8 NI TTATU RUGCEPTNOQS®GEUPUYTUL I KUETEOQTDQOQ

1210 1220 1230 1240 1250 1260 1270 1280 1290 13C0
CAGTACATTTIGCCGGAGAGA TG PTEGTAGACAGAGGGTCGGGECAATGGC TG TCCCTTGTTTGGARARGGACGAGT TCTCACATGTGCGAAGTTITCATGTT
Q ¥ I ¢ R R DV VDRGWWOGEGENGGCCGLFGKGGV VY TOCHAI KT FS C S

1319 1320 1330 1340 1350 1360 1370 1380 1380 1400
CGGGGAAGATAACAGGCAATTTGETCCAAATIGAGAACCTIGAATACACAGTGCT TGTAACAGTCCACAATGGAGACACCCATGCAGTAGGARATCACAC
¢ X I T G N L v I ENTLEY YTV V V TV HNGDTHZ2 aAZYGUNDT

1410 : 1420 1430 1449 1450 1460 1470 1480 1490 1500
GTCCAATCATCCAGTTACAGCCACGATAACTCCCAGGTCACCATCCETGGAAGTCAAATTGCCCGGACTATGGAGARCTARCACTCCATTGTCAACCCAGE
S N H G Vv TAT I T PR S PS VEVV KT LUPDYOGETLTTULUDUGCUEPRR

Silent nt-1401 A-to-G mutatlon in engineered clone

1810 1520 1530 1540 1550 1560 1570 1580 1590 1600
TCTGGAATTGACT T T AATGAGATGAT TCTGATGAAARTGARARAGARAACATCGCTTGTGCATARGCAATGGTTTTTGGATCTACCTCTACCATGGACAS
S ¢ I b F N EM I L M KM KU K KXKTWUL V HIEKOQWY? ¥ L D L P L P W T A

1610 1620C 1630 1640 1650 1660 1670 1680 1630 1700
CAGGAGCAGACACATCAGAGGT TCACTGGARTTACAAAGAGAGAATGGTGACATTTAAGGTTCCTCATGCCAAGAGACAGGATGTGACAGTGL TGGGATC
¢ A DT 88 E YV HWNUYEKEU RMUYVYTT FU KUV PHAIKZ®ROGQDUVTUV 1L G S

1710 1720 1730 1740 1750 1760 1770 1780 179¢ 1800
TCAGGAAGGAGCCATECATTCTIGCCCTCECTGEAGCCACAGAAGTGGACT CCECTGATGEARATCACATE T T TGCAGCGACATCTCAAGTGCARAGTCCGT
¢ E G A M H & AL A G A TEVDS GGDENHMTEFAOGHTLIEKTCIE KV R
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1810 l8z20 1830 1840 1850 1860 "1870 1880 189¢C 1900
ATGGAGAAATTGAGAATCAAGGGAATGTCATACACGATGTCTTCAGGARAG T TCTCAATTCACAARGAGATEGCAGAAACACAGCATGGGACAACAGTEG
M E K L R I K 6 M 8 Y TMOCS GG K PF S I DKEWMUSBETOQHGTTTTV V

1910 1920 193¢ 1940 1950 1560 197G 1380 1990 2000
TGARAGTCARGTATGAAGGTGCTGGAGCTCCGTGTAAAGTCCCCATAGAGATAAGAGATCTCAACAACCAAAARGTGCTTCEGCCTATCATCTCATCCAC
K v K Y EG AGS-ARUPOCI KUV PTIETIZRDVYYXEKEI KUV V EdRITIS& ST

2010 2020 -2030 2040 2050 2060 2070 2080 2090 2100
CCCTTTGGCTGAGAATACCAACAGTGTARCCARCATAGAGTTAGAACCCCCCTTTGGGGACAGC TACATAGTGATAGCTATTGGAMACAGTGCATTAACA
P L A ENTUNOSS YV TNTIETLEU®PZPVPF"F G DS Y I v I GV GN S8 A TIL T

Engineered E-364 Ala-to-Val (nt-2027 C-to-T) to improve viral growth in culkture

2110 2120 2130 2140 2150 2160 2170 2180 2190 2200
CTCCATTGGTTCAGGARAAGCECACTTCCAT TGGCAAGATGTT TGAGT CCACATACAGAGGTGCAARACCAATEECCCATTCTAGGTGARAACAGCTTGGGATT
L HW F R X G § I 6 KMFES T Y R G AXKURMODBTITULGTETAUWD F

2210 2220 2230 2240 2250 2260 2270 2280 2290 2300
TTGETTCCGTTGGTGGACTGTTCACATCATTGEGAAACGCTCTCCACCAGG T TTT TGGAACGTETCTATACAACCCTGTTTECAGEAGTCTCATGGATGAT
G 8§ V66 L FTSLGEGEEKAVHOVF GG SV Y TTILZEFPGGV 8 WMI

Englneered E-447 Met-to-Leu (nt-2275 A-to-C) mutation

End of D4 1026 sequence
2310 2320 2330 2340 2350 2360 2370 ! 2390 2400
TAGRATCCTAATTGGGTTCCTACTGTTCTGGAT TEECACGAACTCAAGGAACACT TCAATECC TATGACGTGCATAGCT! TTGTGACACTGTAT
R I L T 6 F L v L W I 6 TN IS RN TS MAMTCTIA-AGTI VY T L Y

Engineered splicing site, E-482 Val-teo-Ala .(nt-2381/2382 TG-to-CC)

> N8l
2410 2420 2430 2440 ‘2450 2460 2470 2480 2430 2500
TTGEGEET CATGGTGCAGGCCGATAGTGGTIGCGTTGTCAGCTGGARARACARAGARCTGARATGTGECACTGEGATTTTCATCACAGACARCGTGCACA
L GV MV Q ADSGG{CV VvV 353 W KN KEILI KT CGGS G I F I TDDNUVVHT

2510 2520 2530 2540 2550 2560 25740 2580 25390 2600
CATGGACAGAACAATACAAGTTCCARCCAGAATCCCCTTCARAACTAGCTTCAGCTAT CCAGARAGCCCATGAACAGCACATTTGTGGAATCCGCTCAGT
w T EQ Y K F ¢ P E S P S KL A S A £ Q KA HEEDTIUGCS®SGTI RS V

D2 PUR-E3 NAL-53-Asp avtenaation leocus {wh DZ 18691 Gly, ni-i3T7%-&)

2610 2620 2630 2640 2650 2660 2670 2680 2690 2700
ARCAAGACTGGAGAATCTGATCTGEARACAAATAACACCAGARTTGAATCACATTC TATCAGARAATGAGGTGAACTTARCTATTATGACAGGAGACATC
T R L ENL MW K @ I TVPEULNUHTITIL S ENEUV KTILTTIMTGUD I

2710 2720 2730 2740 2750 2760 2770 2780 2790 2800
ARAGGRATCATGCAGGCAGGRARACGATC TCTGCGGCCTCAGCCCACTGAGCTGAAGTATTCATGGAAARCATGGEECAARGCAAARATGCTCTCTACAG
K ¢ I M ¢ AG KRS ERUPOQUPTUETLI XK Y 3 WK TWG KA AI KXMT LS TE

2810 2820 2830 2840 2850 2860 2870 2880 28350 2900
AGTCTCATRACCAGACCTTTCTCATTGATCGCCCCGAMACAGCAGAATGCCCCAACACAAATAGACCTTGGAATTCGTTGGAAGTTGAAGACTATEGCTT
s § N @ TF L I DGPETU&AETZ GCU?PNTTMNMRMDAWDNSULEUZEVYVY EDY®&TF

2910 2920 2930 2940 2950. 2960 2970 2980 2990 3000
TGGACGTATTCACCACCAATATATGGCTARARTIGAAAGAARAACAGGATGTATTCTGCGACTCARAACTCATGTCAGCGGCCATARAAGACAACAGAGCC
G v ¥F T TN I W L Kt K EK K@DV F ¢ B S KL M S8 A A1 KDINZR A

3010 3020 3030 3040 3050 3069 3070 3080 3090 3100
GTCCATGCCGATATGECTTATTGGATAGAARGTGCACTCAATGACACATGGARGATAGAGAAAGCCTCTTTCATTGAAGTTAAAARCTGCCACTGGCCAR
vV HADMOGYWIUESAULINKUDTWIE K I EI KA AS ¥ I EV KDNUCGCMHW P K

3110 3120 3120 31440 3150 316Q 3170 3180 3130 3200
AATCACACACCCTCTGGAGCAATGGAGTGCTAGRAAGTGAGATGATAATT CCARAGAATCTCGCTGGACCAGTGTCTCARCACAACTATAGACCAGGCTA
s HTL W& NGV L ES EMITIUPIEKUDNILAG?®PV S QHUNTYRUP G ¥

3210 3220 3230 3240 3250 3260 3270 3280 3290 3300
CCATACACARATARCAGGACCATGGCAT CTAGGTAACCTTGACGATGGACT TTGAT TTCTGTGATGGARCARCAGTGGTAGTGACTGAGGACTCCGGAALT
7 Q@ I T G P W H UL & K LEMDVF D2DF CD GT T VV VYV TEUDUCGCG N

3310 3320 3330 3340 3350 3360 3370 3380 33s¢ 3400
AGAGGACCCTCTTTCAGARCANCCACTGCCTCTGGAAAACTCATAACAGAATGGTECTGCCGATCTTGCACATTACCACCGCTAAGATACACGAGGTGAGG
R G P 8 L R TTTA A S G KL I TEWCCCC®RS8CTUL P P L RY R G ED

> NS2a
3410 3420 3430 3440 3450 3460 3470 3480 3490 3500
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ATGGECTGCTGETACGEGATCGAAATCAGACCATTGARGGAGARAGARGAGAATTICCTCAACTCCTTEGTCACAGCTGGACATGGECAGGTCGACRACTT
¢ ¢ W ¥ ¢6 M E I R PL KEI KEUEWDNTULVWDNSTLVTAGHGGQ@GVYVDNTF

3510 3520 3530 3540 3550 3560 3570 3580 3530 3600
TTCACTAGGAGTCTTCCEAATGGCATTGTTCCTGGAGGARATGC TTAGEACCCGAGTAGGAACGAARCATGCARTACTACTAGTTGCAGTTTCTT TTGTG
8 L G VL 6MADLF L EEMUL RT®RVYV GTKXKHaATITLULWVAV S F V

3610 3620 3630 3640 3650 3664 3670 3680 3630 3700
ACATTGATCACAGGGAACATGTCCTTTAGAGACCTGGEGAAGAGTEATGGT TATGGTAGGUGCCACTATGACGGETGACATAGGTATGGGCGTGACTTATC
T L I T G ¥ M S8 FRDL 6 R VM VMYV GATMNMT®SE®DI GGMOEYV T ¥ L

Additional NS2A-66 Asp-to-Gly (nt-3674 A-to-G mutation) in master and pre-master ceeds

3710 3720 3730 3740 3750 3760 377C 3780 3750 3800
TTGCCCTACTAGCAGCCTTCARAGTCAGACCAACT T TTGCAGCTGCACTACTCTTGAGARAGC TGACCTCCAGEGARTTGATGATGACTACTATAGGART
A L L A ARF KV RUPTVFAAS®GLULIULZRIKILT f KR EL M MTT®TIGBGI

Additienal NS2A-99 K to R/K (mix) (nt-3773 A-to-G/A) mutation in marter =eed

3810 3820 3820 3840 3850 3860 3870 3880 3890 3300
TGTACTCCTCTCCCAGAGCACCATACCAGAGACCATTCT TEAGTTGACTGATGRGTTAGCCTTAGGCATGATGETCCTCARRATGGTGAGARATATGGAA
v L L & Q 8 T I ppETILETLTUDSBAZ LALGMMUYVTILIEKEMTYVY®ERUNMTE

3910 3320 3930 3940 3850 3860 3970 3980 3990 4000
AAGTATCAATTGGCAGTGACTATCATGGCTATC T TCTGCGTCCCAARCGCAGTGATATTACAARACGCATGEARAGTGAGTIGCACAATATTGGCAGTGG
K ¥ ¢ » A Vv TIMOUBAZTLZZLU GCYPUN-AVIILQUHN AWKV S CTTILATVYV

4010 402¢ 4030 4040 4050 4060 4070 4080 4030 4100
TETCCEGTTTCCCCACTGT TCTTARCATCCTCACAGCRARAAACAGATTGGATACCATTAGCAT TGACGATCAARGGTCTCAATCCAACAGCTATT TTTCT
$ VvV 8 P L F L TS S5 ¢ Q K TDbDWTIPILOATLTTTIZXGIL NP TATITFIL

D2 PDR-53 specific NS2A-181-Phe .(wt D2 16681: Leu, nt-4018-C)

> NS2B
4110 4120 4130 4140 4150 4160 4170 4180 4190 4200
ARCARCCCTCTCAAGAACCAGCAAGAAAAGEAGCTGGCCATTAAATGAGGCTATCATGCCAGTCGEGATGETCAGCATTTTAGCCAGTTCTCTCCTARAR
T TLSRRTS SKK®RSWE®PILNZESZAZTILIMAYVGMYVSTITILASSTILTILK

4210 4220 4230 4240 4250 4260 4270 4280 4290 4300
ANTGATATTCCCATGACAGGACCATTAGTGGCTGEAGEECTCCTCACTGTGTGCTACGTGCTCACTGGACGAT CGGCCGATTITGGAARCTGGAGRAGAGCAG
¥ p I P M TG P L V¥V AGGLLTTWVCYV L TOGZRS ATDIELEETLETZ RARS-A

4310 4320 4330 4340 4350 4350 4370 4380 4380 4400
CCGATGTCAARTGGGARGACCAGGCAGAGATAT CAGCARGCAGTCCARTCCTCTCAATAACAATAT CACAACATGGTAGCATGTCGATAAARANTGAAGN
D vV KWEDG QA ATETLISGS S $ P I L SITTISS EDGSSMSETIZ KNEE

4410 4420 4430 4440 4450 4460 4470 4480 4450 4500
GGAAGAACAAACACTGACCATACTCATTAGRACAGGATTGCTGGTGATCTCAGGACTTTTTCCTGTAT CAATACCAATCACGGCAGCAGCATGETACCTG
E EQTTJLTTILIRTO®GULL Y I 8 GL F P Vv s T P I TAAUDB AZWUY L

> N83
4510 4520 4530 4540 4550 4560 4570 4580 4590 4600
TGGGAAGTGAAGAAACAACGGGCCGGAGTATTGTGGGATGTTCCTTCACCcccAccCATGGGAAAGGCTGAACTGGAAGATGGAGCCTATAGAATTAAGC
W E V K K QRAGVYVY L WDV P S P P P MG KAETLTETDSGH?ATYTZ RIIKDZQ

4610 4620 4630 4640 4650 2660 4670 4680 4690 4700
AARARGGGATTC TTGGATAT TCCCAGATCGGAGCCEGAGT T TACARAGAAGGANCATTCCATACARTGTGECATCTCACACGTGGCGCTGTTCTAATGCA
XK 6 I LG Y 5 QI 6 A GV Y KEGTT?¥F HTMWHYV TRGAVTLMH

4710 4720 4730 4740 4750 4760 4770 4780 4750 4800
TAAAGGAARGAGGATTGARCCATCATCGGCGGACGTCARGAARGACCTARTATCATATCGGAGCAGGCTGEARGT TAGAAGGAGRAATGEARGEAAGGAGRR
K G K R I E P 8 WAUDUV KKDILI S Y &G 6 WKILETGEWIEKE G E

4810 4820 4830 4840 4850 4860 4870 4880 4890 4300
GAAGTCCAGGTATTCECACTEGAGCCTECAAAAMNTCCARGAGCCGTCCARACCGARACCTGETCTTTTCAARACCAACGCCGGAACAATAGEGTGCTGEAT
E V Q vV L A L EP &G KNUPPRAV QTZ XUZPGILUZFU KTDN-AGTTI G A V S

4910 4920 4930 4944 4950 4960 4970 4980 499¢ 5000
CTCIGGACTTTTCTCCIGGAACGTCAGGATCTCCAATTATCGACAARAAAGGAARAGTTGTGGRTCTTTATGGTARTGCTGTTGTTACAAGCAGTGGAGC
L DF &8 P ¢TSS G S8 P I I DZEKJI KU GZ XKUYV VY L ¥YGNKGUVV TZ RS G A

5016 5020 5030 5040 5050 5060 5070 5080 5050 5100

ATATGTGAGTGCTATAGCCCAGACTGAARARAGCATTGARGACAACCCAGAGATCGAAGATCACATTTTCCCAAAGAGANGACTGACCATCATGGACCTC
¥ v $ a1 A Q TEJI K S I EDUNUP?PETITZETDUDTIVFR®RI KT RZPRTILTTIMDTL
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5110 512¢c 5120 5140 5150 5160 5170 5180 5120 5200
CACCCAGGAGCGEGAAAGACGARGAGATACCTTCCGGCCATAGTCAGAGRAGC TAT AAMACGGGET T TGAGAACATTAATCTTGECCCCCACTAGAGTIC
H P G A G K TX R Y L PATI V REATI KPRGILURTTILIUDLAZP TRV V

5210 5220 5230 5240 5250 5260 5270 5280 5290 5300
TGGCAGCTCGRAATAGAGGARGCCCTTAGAGGACTTCCAATAAGATACCAGACCCCAGCCATCAGAGC TGYGCACACCAGECEGCAGATTGTEGACCTAAT
A A EM E E AL RGL P I RY QTP A I RAVHTGRETI VDL M

02 PDR~53 NEI-2B0-Va) attanuation locus (02 HE88%: &lu, at-SE70-A)

5310 53z0 5330 534G 5350 5360 5370 5380 5330 5400
‘GTGTCATCGCCACATTTACCATGAGGCTGCTATCACCAGTTAGAGTGCCARACTACAACCTGAT TATCATGGACCGAAGCCCATTTCACAGATCCAGCAAGT
C HATVF TM®ERULUL S PV RV PNY N LI I M DEAHT FTUDUPA A S

Additional nt-5391 C-to-T silent mutation in mater and pre-master seeds

5410 5420 5430 5440 5450 5460 5470 5480 5490 5500
ATACGCAGCTAGACCATACATCTCAACTCCAGTEGAGATGGGETEGAGGCAGCTGECAT T TTTATGACAGCCACTCCCCCEGGGAAGCAGAGACCCATTTCCTC
1 A A RGY¥ I STZ RV EMMGEA A ASGTI FMTOATUP PGS RDPTF P Q

5510 8520 5530 5540 5550 5560 5570 558¢C 5590 5600
AGAGCAATGCACCAATCATAGATGAAGARAGAGARAT CCCTGRACGCTCGTGGAATTCCGGACATGAATCGETCACGGATT TTARAGGGAAGACTCTTTS
S N A P I I D EERETI P ER S WN S GHE WUV TDUFK G KTV W

D2 PDE-53 spacific silent mutation nt-5547-C (D2 16681l: T)

5610 5620 5630 5640 5650 5660 567C 5680 5690 5700
GTTCGITCCAAGTATARAAGCAGGRAARTGATATAGCAGCT TGCCTGAGGAARLATGGAARGARACTGATACAACTCAGTAGGARGACCTTTGATICTGAG
F v P 8 I K AGND I A A C1LRI KW HNGI KZI KV I @ L S8 E K T ¥ D s B

5710 5720 5730 5740 5750 5760 5770 5780 5790 5800
TATGTCAAGACTAGAACCAATGATTGGGACTTCGTGGTTACAACTGACATTTCAGAAATGECTGCCAATTTCARGGCTGAGAGEGGTTATAGACCCCAGAC
Yy v K TR THNDWDVF VvV Vv TTWDTI S E M & ANF KAEU RV I DPRRER

5810 5820 58340 5840 5850 5860 5870 5880 5850 5900
GCTGCATGAAACCAGTCATACTAACAGATGGTGAAGAGCGGETGATTCTGGCAGGACCTATGCCAGTGACCCACTCTAGTGCAGCACAAAGRAGAGGGAG
¢ M K PV I L TDGEIEWZRVYVTIILAOGU®PMZ®PVTHSSADAMOQQRUERGEGR

521a 5929 5930 5940 5850 5860 5970 5880 5850 6000
ARTAGGARAGAAATCCARAAAATGAGAATGACCAGTACATATACATGEGGGGAACCTCTGGAMAATGATGAACACTGTGCACACTGGAAAGAAGCTAAANTG
I 6 R N P KN EUDND QY I ¥ M GEUPUL EWNDEDTCAUHRWIE KEWBAI KM

_ 6010 €020 §030 5040 6050 6060 6070 6080 6020 6100
CTCCTAGATAARCATCARCACGCCAGARGGARTCATTCCTAGCATGTTCGARCCAGAGCGTGARARGGTEGCATGCCATTGATGGCGAATACCGCTTGAGAG
L L.hb ¥ I N TUPETZGTITI P S M F F P ERE KV DATIUDGEVYIZ RTULTZRG

6110 61290 6130 6140 6150 6160 6170 6180 6120 6200
GAGRAGCAAGGARAACCTTTGTAGACTTARTCAGRAAGAGGAGACCTACCAGTCTGGTTEGECCTACACACTEGCAGCTCARGGCATCAACTACGCAGACAG
EA R KT FVDILM®RRGDIL P V W LAUZYU RV AAZEUGTIDNT Y ATDR

6210 6220 6230 6240 6250 6260 6270 6280 6290 6300
AAGGTGGTGTTTTGATGGAGTCAAGAACAACCAAATCCTAGARGAAAACGTCGAAGTTGARATCTGCACAAAAGAAGGCCARAGGAAGAARATTGARACCC
R W CF DGV KNDNOQQTIULEEWNUVEV ETIW®WTIEKEZGETZRI KIKILKP

> NS4A
6310 6320 6330 6340 6350 6360 6370 6380 6390 6400
AGATGGTTGGATGCTAGGATC'I‘ATTC‘IGACCCACTGGCGCTAAAAGAATTTAAGGAATTI‘GCAGCCGGAAGAAAGTCTCTGACCCTGAACCTAATCACAG
R W L DA R I Y S DPFLABAILTIEKTETFI KT ETFAA AU G RTZ KX SBTILTTILHNILTIT E

6410 6420 6430 6440 6450 6460 6470 6480 6490 6500
ARAATCCGTAGGCTCCCAACCTTCATGACTCAGARGETARGAGACGCACTGGACAACTTAGCAGTGCTGCACACGGCTGAGGCAGETGGAAGGGCGTACAAR,
M G R L P TTFMTT Q@ KV R DALDDNTILAVL HTAUEW ASGGIU RMBATYN

Additional H84A-21 Ala-to-Val {nt-6437 C-to-T) mutation in mater and pre-master seeds

6510 6520 6530 6540 6550 6560 6570 6580 6590 6600

CCATGCTCTCAGTCAACTGCCAGAGACCCTGGAGACATTGCTTITACTGACACTT CTGCCTACAGT CACGGCAGGCAT CTTTTTATTCTTCATGAGCGCA
H A LS E L P ETL ETLULUL L TIL L ATV T GGG YT F L F L M S5 A

D2 PPK-53 speclfic NS4A-75-Ala (wt D2 16681: Gly, nt-65%89-G)

6610 6620 6630 6640 6650 6660 6670 6680 6690 6700

AGGGGCATAGGGCAAGATGACCCTGEGAATGTGCTEGCATAATCACGGCTAGCATCCT CCTATGGTACGCACARATACAGCCACACTGEGATAGCAGCTTCAA

R G I 6 K M T™JL GMOCCTIITA AU S I L L W Y A © I g P HW I AR B s I

6710 6720 6730 6740 6750 676C 6770 6780 6790 6800
TAATACTGGAGTTTTTTCTCATAGT TTTGCTTATTCCAGARCCTGARARACAGAGARCACCCCAAGACARCCARCTGACCTACGTTGTCATAGCCATCCT
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T L. EF P L I Vv L L T P EPEIKOGQ®RTU©POQQDWNOQULTYV VI ATIIL

> NS4B
6810 6820 6830 6840 6850 6860 6870 6880 6890 690G
CACAGTGGTEECCECARCCATGGCARACGAGATGGGTTTCCTAGAAARAACGARGAARGATCTCGGATTECGARGCATTGCAACCCAGCAACCCGAGAGC
T vV VA A TMADNUEMSGVPF L E KT K KDL G L ¢ 58I ATOQOQ P E S

6910 6920 69340 5940 6550 6960 6970 6980 8990 7600
ARCATCCTGGACATAGATCTACGTCCTGCATCAGCATGRACGCTETATGCCGTEGCCACRACATTIGT TACACCARTGTTGAGACATAGCATTGARARTT
¥ I L b I DLERKUPASUZAZ2®MWTTULVYAVYVATTT FTYTO?PMZILRHEHTSTIEHNS

7010 7020 7030 7040 7050 7060 7070 7080 7080 7100
CCTCAGTGARTGTGTCCCTAACAGCCATAGCCAACCRAAGCCACAGTGTTAATGGETCTCEGGARAGGATEG CATTGTCAARGATGGACATCGGAGTTCC
S VN VvV 5 L TATITA ADNUGQA ATV LMOGEL G XKG WP L S K MDTIGV P

Additional nt-7026 T-£o-C/T mix silent mutation in master and pre-master seads

711¢Q 7120 7130 7140 7150 71i6C 7170 7180 7180 7200
CCTTCTCGCCATTGGATGCTACTCACARGTCARCCCCATARCTCTCACAGCAGCTCTITTCTTATIGGTAGCACATTATGCCATCATAGGGCCAGGACTC
L L AI ¢ ¢ Y S5 ¢V Q¥ P I TLTAATLTEFTLTILUVAHTYATITIG?®?UGIL

7210 7220 7230 7240 7250 7260 7270 7280 7290 7300
CAAGCAANAGCANCCAGAGAAGCTCAGAAARAGAG CAGCGECEGECATCATGARAAACCCAACTGTCGATGGAATARACAGTGATTGACCTAGATCCAATAC
9 A XK AT RE&A O K RAAAGIMI K NPTV D eI TV I DIL D®PTI P

7310 7320 7330 7340 7350 7360 7370 7380 7390 7400
CTTATGATCCARAGT TIGAAAAGCAGTTGECACARGTAATECTCCTAGTCCTCTGCGTGACTCAAGTATTGATGATCAGCACTACATGGGCTCTGTCTEA
Y D P K F E K@ L ¢ ¢ VML L VL CVTOQV L MMERTTWATILCE

7410 7420 7430 7440 7450 7460Q° 7470 7480 7490 7500
GGCTTTAARCCTTAGCTACCEEECCCATCTCCACATTATGGEARGEAAATCCAGGGAGCTTTTGGAACACTACCATTGCCGTCTCAATEACTAACATTTTT
AL T L A T P I 8 TUL WEUGWNU PG RV FWNDTTITTIAVYVY S MUZA2ZzDNITF

> NS5
75140 7820 7530 7540 7550 7560 7570 7580 75%0 T600
AGAGGGAGTTACTTGGCCERAGCTECACTTCTCTT T TCTAT TATGANGAACACAACCAACACAAGAAGGGGRACTGECCAACATAGCAGAGACGCTTGGAG
R 6 s ¥L A @ A ¢ L L F S I M K~NTTNTIRI®RUGT GWNTIGETILOG E

7610 7620 7630 7640 7650 7660 7870 7680 7690 7700
AGARATGGARAAGCCGATTGAACGCATTGGGAAANAGTGARTTCCAGATCTACARGAAANGTGGAATCCAGGAAGTGGATAGARCCTTAGCAMAAGANGG
K W K 8 R L. N AL 6 KsS EVF QI Y KKJSGIQETVY¥YDU RTTILDB3ZEKE G

7710 7720 7730 7740 7750 7760 7770 7780 7790 7800
CATTARRAGAGGAGAAACGCACCATCACECTIGTGT CECGEAGECTCAGCAAMACTGAGATGETTCGTTGAGACARACATGETCACACCAGAAGGEARAGTA
I KR G E TDHHAVYVY S RES AKLUZRWPFUV ERI NMMVTUPEGIZ KV

7810 7820 7830 7840 7850 ) 7860 7870 7880 78940 7900
GTGGACCTCGE I TG IGRCACAGGAGGCTGETCATACTATTGTGGAGGACTAARGAATGTAAGAGAAGTCARAGGCCTAACAARAGGAGGACCAGGACACG
vV DL G ¢ &€ R G G Ws Y Y GG L KNV REV KGL T KGU G P G H E

79210 7920 7930 7940 7950 7560 7970 7980 7890 ~ aogo
AAGRACCCATCCCCATGTCARCATATGGGTGGAATCTAGTGCEGTCI TCAAAGTGGAGTTGACGTTTTCTTCATCCCGCCAGAARAGTGTGACACATTATT
E P I P M 8 T Y G WNILVRL QS GV DV F F I PP EIZ KU CDTULL

8010 8020 8030 B0O4D 8050 3060 8070 8080 8050 8100
GTGTGACATAGGGGAGT CATCACCAART CCCACAGTEEARGCAGGACGAACACTCAGAGT CCTTAACT TAGTAGARAATTGGTTGAACAARCARCACTCAR
¢c DI G E S s ¢ NP TV EAOGERTTLU RV YVTILINXNILYEUNWMWIULUHNU NNTZQ

8110 8120 8130 8140 8150 8160 8170 8180 8190 2200
TTTTGCATARAGGTTCTCAACCCATATATGCCCTCAGTCATAGARAAAANTGGAAGCACTACAAAGGARATATGCACGAGCCTTAGTGAGRAATCCACTCT
¥F ¢ I K v L. N P Y M P 8 Vv I EKMWZEA ATILAOQHZRIZEKY GGGALV RDNUPUL S

‘8210 8220 8230 8240 8250 8260 8270 8280 8290 8300
CRCGAAACTCCACACATGAGATGTACTGEETATCCARTGCTTCCGGGARCATAGTGTCATCAGTGAACATGATTTCARGGATCTTGATCAACAGATTTAC
R N &8 T HEM Y W V¥ S NASGWHNTIUVS S YV NMT SR MIULTIWNU RET

8310 8320 8330 8340 8350 8380 8370 8380 8330 8400
BATGAGATACAAGAAAGCCACTTACGAGCCGGATGTTGACCTCGGARGCGEARCCCETARCATCGGGATTGAARGTGAGATACCARACCTAGATATARTT
M R ¥ K KA TY EPFP DV DILGS ¢&TTRUNTIGTIETSETLITZ PUNTLTUDTI I

8410 8420 8430 8440 8450 8460 8470 8480 84990 8500
GGGAAAAGAATAGAAAAAARTAARGCARGAGCATGARACATCATGGCACTATGACCAAGACCACCCATACAAAACGTGGGCATACCATGGTAGCTATGARA
G KR I E K1 KQ EHETS W HYDOQEDHU PTYKTWAVYHGSYET

8510 8520 8530 8540 8550 8560 8570 8580 8590 86C0

CAAAACAGACTGGATCAGCATCATC CATCETCAACCGASTEATCAGGCTGCTGACAARACCTTGGRACGTCCGTCCCCATGETGACACAGATEGCAATCAC
K Q T 8 A 8 8 MV ¥ GV VvV RILILTIEKU?PWDVVPMYV T QMAMT
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8610 8620 8630 8640 8650 8660 8670 8680 8690 8700
AGACACGACTCCATTTGGACAACAGCGCGTTTTTAARGAGARAGTGGACACGAGAACCCAAGARCCGAANGAAGGCACGAAGAAACTAATGARARTAACA
DT T?®P?PF G Q Q RV F K EX VD TRTOGQQEUPI KETGTU KU XTI ILMZE XTI T

8710 8720 8730 8740 8750 8760 8770 8780 8750 8800
GCAGAGTGGCTTTGGARAGAATTAGGGAAGAAAMAGACACCCAGGATGTECACCAGAGARGAATTCACARGAAAGGTCGAGAACGCAATGCAGCCTTGEGEEE
A E W UL WU KUEILGI KK KT?PRMOCTREEU FT®RIE KV VZ RSN AW BABATILG A

8810 8820 8830 8840 8850 8860 8870 8880 8890 82qQo
CCATATTCACTGATGAGAACAAGTGGAAGTCGECACGTEAGGCTCTTGRAAGATAGTAGCTTTTGGCAGCTGCTTGACAAGGAAAGEMATCTCCATCTTGA
I F T D EDN KW K S ARUEAYVY ED S R F W EL V DX XETZ RIDNTLUHETLE

8910 8920 8930 8940 8950 8960 8970 8380 8950 s00¢
AGGAARGTGTGAAACATGTGTGTACAACATGATGGGAAAANGAGAGAAGAAGCTAGGCGGRATTCGGCAAGGCANAAGGCAGCAGAGCCATATGGTACATG
4 K ¢ E TCV ¥y ¥y Mm M @ KREKKUL G EVF G KA AI KSGGSRATIUWTY M

3010 9020 9030 2040 3050 9060 8070 5080 agso 8100
TGGCTTGEAGCACGCTTCTTAGAGTTTGAAGCCCTAGGATTC TTAAATEAAGA TCACTGE T TCTCCAGAGAGAACTCCCTGAGTGGAGTCGAAGHAGAAG
¥ L. & AR F L EPF E AL G F LN ETLUHMWT PFSUREUSNUSTLS GGV EGE G

9110 8120 9130 9140 8150 9160C 9170 9180 5150 8200
GGCTGCACARCCTACGCTTACATTCTAAGAGACGTGAGCAAGARAGAGGGAGGAGCAATGTATGCCCATCACACCEGCAGGATGGGATACAAGAATCACACT
L H XKL GGY I L RDVYV S KK EGOG AMYAUDDTH ZGEW DT RITL

9210 9220 9230 9240 8250 ‘9260 9270 9280 9290 8300
AGAAGACCTAAAAAATGANGAANTGGTAACAAACCACATGGARGGAGAACACAAGAALCTAGCCEAGGCCATTTTCARACTAACGTACCAAANCARGETE
E DL KU~NEEMYTNHMUEUGEUHI K KL AEH S ATIT FI EKTULTYOQQUNIZXV

9310 9320 9330 9340 9350 9360 9370 9380 9390 5400
GTCCCTETGCAARGACCARCACCARGAGGCACRG TAATGGACAT CATATCGAGARGAGACCAAAGAGGTAGTGGACAAGT TGGCACCTATGGACTCARTA
Y R VvV @ R P TP RGTVMDTITI SR RDQ@ERG S G Q YV G T VY G L N T

9410 9420 9430 2440 9450 9460 947G 2480 9490 9500
CTTTCACCAATATCEAAGCCCAACTAATCAGACAGATGGAGEGAGAAGGACTCTTTARAAGCATTCAGCACCTAACAATCACAGADGAAATCGCTGTGCA
F T N M E & ¢ L I R @ M EGEGUV F K S TIT ggHULTTITEZETIRAV Q

9510 3520 9530 9540 9550 9560 9570 2580 95940 5600
ARACTCATTAGCAAGAGTGGGGCGCGAAAGGTTATCARGAATGGCCAT! CAGTGGAGATCATTGTGT TGTCAAACCTITAGATGACRGGTTCGCARGCGCT
N w .. A RV 6 RERULSBURMATISOGD D¢V V KZPILTUDUDUZ RTFATS A

9610 8620 9630 5640 9650 9660 9670 5680 96890 8700
TTAACAGCTCTARATGACATGGGAAAGATTAGGRAAGACATACAACARTGGGAACCTTCAAGAGGATGGAATGATTGEACACAAGTGCCCTTCTGTTCAC
L T A L NDM G KI RKDIOQQWE P S R GWNDMWTTQ V P F C 5 H

5710 9720 9730 957490 9750 976Q 9770 5780 97380 9800
ACCATTTCCATGAGTTAATCATGARAGACGGTCGCGTACTCGTTGTTCCCTGTAGARACCAAGATGAACTGATTGGCAGAGCCCGAATCTCCCARGGAGT
H P HE L I M KDOG®RVYV L V¥ V¥V P CRNOQDUETLTISGTEAZ®RTIUSEUQSGA

Additional nt-9750 A-to-C silent mutation in marter and pre-master geeds
9810 2820 9830 5840 9850 9860 9870 9880 9890 89300

AGGGTEETCTTTGCGGGAGACGGCCTETTTGGECARGTCTTACCGCCCARATGTGGAGC TTGATGTACTTCCACAGACGCGACCTCAGGC TGGCGGCARAT
G W 55 L R ETA CL G K S Y A QM W 8 L M ¥ FHERIPRDUILTRILBLBDAHN

9210 9920 9930 9940 9850 9860 9970 5980 9890 10000
GCTATTTGCTCGGCAGTACCATCACATTGGGTTCCAMCARGTCGRAACARCCTEGTC CATACATGCTAAACATGAATGGATGACAACGGAAGACATGCTGA
A I C S AV P 5 HWV P TS RKRTTTW S I HA KHEWMTTEDMMTIL T

1g0el0 10020 10030 10040 10080 10060 10070 10080 10090 10100
CAGTCTGGRAACAGGGTGTGGATTCAAGARAACCCATGEGATGGARAGACARAACTCCAGTGGAATCATGGGAGGAAATCCCATACTTGGGGAARAGAGAAGA
vV wW N RV W I Q EN P WMET DI KTU?P V E 8 W EE I P Y L G KU RED

10110 10120 10130 10140 10150 10160 10170 10180 10180 10200
CCAATGGTGCGGCTCATTGATTGGCTTAACAAGCAGGGCCACCTGGGCARAGAACATCCARGCAGCARTAAATCAACTTAGATCCCTTATAGGCAATGAR
Qg w ¢ 6 8 L I 6L T S RATWAI KDNI QAABMINGQV VRS L I G N E

» 3'-Noncoding Region
10210 14220 10230 10240 10250 10260 10270 10280 L0290 10300
GAATACACAGATTACATGCCATLCATGARAAGAT TCAGAAGAGARGAGGAAGARGCAGGACTTCTGTGGTAGARAGCARAAC TAACATGAAACARGGCTA
E Y TD Y M P S M K R F R R EEEZEA G YV L W *

10310 10320 10330 10340 10350 10360 10370 10280 10390 10400
GAAGTCAGGTCGGATTAAGCCATAGTACGGAARAAACTATGC TACCTGTGAGCCCCGTCCARGEACGTTAARAGARGTCAGCGCCATCATARATGCCATAG
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10410 10420 10420 10440 10450 10460 10470 10480 10490 10500
CTTGAGTAAACTATGCAGCCIGTAGC TCCACCTGAGARGEGTECTAAARAATCCCEGAGGCCACARAACCATGGAAGCTGTACCCATGGCOGTAGTGGACTAGE

10510 10520 10530 10540 10550 19560 10570 10580 10580 16600
GGTTAGAGGAGACCCCTCCCTTACARATCGCAGCARCAATGGGGGCCCARGGCGAGATGARGCTGTAGT CTCGUTGGAAGGACTAGACGTTAGAGGAGAT

10610 10620 10630 10640 10650 10660 10670 10680 1069% 10700
CCCCCCGAAACAARARACAGCATATTCGACGCTGEGEARAGACCAGAGATCCTGCTGTCTCCTCAGCATCATT CCAGGCACAGAACGCCAGAANMTGEGATE

10710 10720
GTGCTGTTGAATCAACAGETTCT
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What is claimed:

1. A nucleic acid chimera comprising a nucleic acid sequence encoding a polypeptide
comprising a dengue-1/dengue-2 chimera comprising a nucleic acid sequence represented by
SEQ ID NO:1 (Pre-master), SEQ ID NO:3 (MVS), SEQ ID NO:5 (WVS): SEQ ID NO:7

(BVS) or a combination thereof,

2, A polypeptide molecule encoded by a nucleic acid sequence encoding a dengue-
1/dengue-2 chimera represented by SEQ ID NO: 2 (Pre-master), SEQ ID NO:4 (MVS), SEQ ID
NO:6 (WVS), SEQ ID NO:8 (BVS) or a combination thereof.

3. A pharmaceutical composition comprising at least one nucleic acid chimera according to

claim 1, and a pharmaceutically acceptable excipient.

4. A pharmaceutical composition comprising at least one polypeptide molecule according to

claim 2, and a pharmaceutically acceptable excipient.

5. Use of any of the compositions of claims 3 and 4 in the manufacture of a vaccine for

inducing an immune response to dengue virus in a subject.
6. A vector encoding a nucleic acid sequence of claim 1.

7. An immunogenic composition comprising one or more, live, attenuated dengue viruses.
having a nucleotide sequence encoding a dengue virus or dengue virus chimera represented by
SEQ ID NOS. 1, 3, 5 and 7, for a dengue-1/dengue-2 chimera; and a pharmaceutically

acceptable carrier,

8. The immunogenic composition of claim 7, wherein the composition contains at least one,
live attenuated virus that represents each of the four dengue virus serotypes, a tetravalent

composition,

9. The immunogenic composition of claim 7 or 8, further comprising an immunogenic
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composition comprising a flavivirus selected from the group consisting of yellow fever virus,
tick-borne encephalitis virus,. Japanese encephalitis virus, West Nile virus, hepétitis C virus, and

a combination of two or more thereof.

10. A kit comprising at Ieast one nucleic acid sequence according to claim 1; or at least one
polypeptide sequence according to claim 2 or at least one composition according to any of claims

3,4, 7 or 8-9; and a container.

11.  Alive, attenuated dengue-1 chimeric virus comprising one or more polypeptide
sequences encodeéd from one or more nucleic acid sequences comprising SEQ ID NO:1 (Pre-
master), SEQ JD NO:3 (MVS), SEQ ID NQ:5 (WVS): SEQID NO:7 (BVS) ora combination

thereof, wherein one or more of the nucleic acid sequences are encapsidated.

12.  The composition according to any of claims 3, 4, 7 and 8-9, further comprising a

pharmaceutically acceptable adjuvant.

13, A nucleic acid dengue-1 chimera comprising nucleic acid sequences represented by SEQ
ID NO:7 encoding a mixture of species containing nucleotides C or G at nucleotide position
2384 which encodes a mixture of dengue viral species containing amino acids Gly and Ala at

amino acid position 483.
14.  Anisolated cell comprising the nucleic acid sequences according to claim 1 and claim 13.
15.  Use of a composition or a nucleic acid sequence or live, attenvated dengue virus

according to any of claims 1, 7, 8-9 and 11-13 in the manufacture of a vaccine for inducing an

immune response to dengue virus in a subject.
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