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COMPOSITIONS AND METHODS FOR DENGUE VIRUS CHIMERIC 

CONSTRUCTS IN VACCINES 

PRIORITY 

[0061) 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 

AI084291-01 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 vims serotypes 1-4 can also cause 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 America, 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 PI (passage-1) and passage variability (after passage and growth in 

vitro on apermissive cell line) as indicated for P2, P3,,. .P8..PI0 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 pharmaceuticaily 

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 

viruses. 
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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 

SEQ ID NOS: 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, attenuated 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 vims composition. 

[000101 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. 

In addition, a DEN-2 backbone can include additional mutations in order to increase 

production of or enhance the immune response to a predetermine composition in a subject 

upon administration (e.g. chimeric Dengue virus 2/1, 2/3 or 2/4). 
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[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-l-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 PI 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 acid change or not in a constructs different from the PI 

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 virus 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. 

[00013] 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:l (Pre-master), SEQ ID N03: (MVS), 
SEQ ID N05 (WVS): SEQ ID NQ:7 (BVS) or a combination thereof. 
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[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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[0013c] 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 ID NO.:8 (BVS) or a 
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:l (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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[0013e] In one aspect, there is provided a vector encoding a nucleic acid sequence as defined 
herein. 
[0013f] 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-l/dengue-2 chimera; and a 
pharmaceutically acceptable carrier. 
[0014b] 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. 
[0014c] 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. 
[00015] In certain embodiments, the attenuation loci, nucleotide 5'NCR-57-T3 NSl-53-Asp, and 

NS3-250-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. 

[00017] 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 backbone (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 constructs. 

[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 (n=12) and Taconic-ICR (n=32) newborn mice challenged ic with 104 pfu 

of the virus (A). Neurovirulence of DENVax MVS tested in Taconic-ICR mice with a dose of 

104 pfa (B) or 103 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-MK2 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 in 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 104 PFU. (B) 

IC inoculation of the virus at dose of 103 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, 1!a" 01* "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. 

[00029] 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 dengae-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 vims 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 all or even 

some of the specific details outlined herein, but rather that concentrations, times and other 

specific details may be modified through routine experimentation. In some cases, well-

known methods or components have not been included in the description. 

[00033] In 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 1668'1, 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-53-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). Certain 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 ail 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-

andtetravalent) 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, ayirulent, 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 attenuated 

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 corresponding 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, thisRNA is 

introduced into Vero cells again producing a new progeny virus at P L These new progeny 

viruses are distinguishable from PDK-53. (See e.g. P1-P10). 

[000411 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, a dengue-dengue chimera can include all of the mutations for each 

chimera as represented in Table 3 for Den-2/Den-l, 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 flavivirus 

pathogens. The flavivirus genome contains a S'-noncodiug 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 3T noncoding region (3^0). The viral structural proteins are C, prM and E, and the 

nonstructural proteins are NS1-NS5. 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, from a 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 further 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 virus5 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 

attenuated, 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 oftheNS3 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 

generated, 

[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 

vaccine derivative (V) or the prM-E structural genes from the parental (P) or its vaccine 

derivative (VI), 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-W denotes the DEN-2 PDK-53V backbone with the 

vaccine strain of dengue-1, DEN-1 PDK-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, prM 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 or a 

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 nonstructural 

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 5r noncoding region. For example, a single mutation at NS1-53, a double 

mutation atNSl-53 and at 5TNC-57S a double mutation atNSl-53 and atNS3-250 and a 

triple mutation atNSl-53, at 5TSfC-57 and atNS3-250, result in attenuation of the DEN-2 

vims. 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 5r 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 (only 6 nucleotide 

residues in length) stem 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 are 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 with a 

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 PrM and E structural 

proteins. The sequence inserted into the dengue-2 backbone can encode all or one of C3 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 vaccine is 
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needed to provide simultaneous immunity for all four serotypes of the virus. A tetravalent 

vaccine 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 cultured cell lilies 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 PDK-53 vaccine virus is significant for 

the attenuated phenotype of this virus, because the NSl-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 Gin in 

all four wild serotypes of dengue virus. This Gin residue is unique 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 andNSl-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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TheNSl 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. 

TheNS3-510 Tyr-to-Phe mutation in DEN-1 PDK-13 virus was conservative. Since the 

wild-type DEN-2, -3 and -4 viruses contain Plie 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 mosquito-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-GIu 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 randomly 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. 

[00071] 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 

[00073] 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 TaqMan 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 3T-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. Hie TaqMan 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, TaqMan 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 lO.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 component 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 TaqMan 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 specific 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 TaqMan assay. 

Pharmaceutical Compositions 

[00078] Embodiments herein provide for administration of compositions to subjects 

in a biologically compatible form suitable for pharmaceutical administration in 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 

to achieve the desired result For example, a therapeutically active amount of a compound 

may vaiy 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, F 127/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 cases, 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 carrier 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 a 

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, aerosols 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. 

[000861 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 102 to 106 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, a 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-L 

[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 individual particularly humans, for example by subcutaneously, 

intramuscularly, intranasally, orally, topically, trans dermally, parenteral^ 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 veterinary 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 to 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 herein, 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 exemplaiy 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-i, 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 ofpre-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 PI (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 all four of the P2 

(passage 2) seed 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. DENVax 1-4) from the P2 seeds, and each isolated 

plaque was directly plaque purified two more times. The third plaque purification (P5) 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-Vero Cells 

Passage Seed Production/Purification Characterizations 
PI Transfect WCB-Vero with transcribed viral RNAs Plaque titrate 

P2 Amplify PI virus Full genome sequence 
P3 Pick 6 plaques (A-F)Zserotype 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 

P7 Pre-master seeds: Amplify P6 A-F 
Full genome sequence, 
TaqMAMA, Plaque 
phenotypes 

P8* MVS: Amplify selected P7 virus seed Full genetic and phenotypic 
characterization 

P9 WVS; Amplify P8 Master Seed viruses Full genome sequence, 
TaqMAMA 

P10 BVS: Amplify P9 Working Seed viruses Full genome sequence, 
TaqMAMA 

* 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 andNS3 sites, different levels of reversions at 

the 5'NCR-57 attenuation locus 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 
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(TaqMAMA) was developed to accurately measure the reversion rate at the 5'NCR-57 

locus by real-time RT-PCR. In some 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 TaqMAMA 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%), 

one virus (DENVax-3-D) had almost 100% reversion, and 8 viruses (1 DENVax-1, I 

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'NCR57 reversion as measured by TaqMAMA. All the 

sequenced viruses maintained the other two DENVax attenuation determinants (N31-53, 

NS3-250), and all had acquired additional mutations that were not present in the original, 

engineered recombinant cDNA clones (Table 2). In one exemplary target vaccine 

composition, DENVax-l-A, DENVax-2-F, DENVax-3-F, and DENVax-4-F were selected 

as target pre-master seed for each serotype because their genotypes and plaque 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 seeds 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 

TaqMAMA 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 

Virus Clone* TaqMAMAb 
Logio 
pfu/ml Plaquec Mutations identified in genomed 

DENVax-1 A ** 6.85 P2 NS2A-1161-L, NS2B-92 E-D, one silent DENVax-1 
B & 6.93 P2 nde 

DENVax-1 

C * 6.93 D nd 

DENVax-1 

D 7.02 D C-67 K-A; one silent 

DENVax-1 

E 0.57% 7.28 P2 nd 

DENVax-1 

F ** 7.18 P2 E473 T-M' one silent 
DENVax-2 A 0.03% 6.33 P2 NS1-341 K-N DENVax-2 

B * 6.33 P2 E-305 K-T, two silent 
DENVax-2 

C * 5.84 L NS4A-18 T-A, four silent 

DENVax-2 

D 0.08% 6.20 P2 NS2B-99 I-L, one 3'NCR 

DENVax-2 

E 0.03% 6.31 P2 prM-52 K-E, NS5-412I-V, two silent 

DENVax-2 

F ** 6.15 P2 prM-52 K-E, NS5-412 I-V 
DENVax-3 A * 6.00 P2 NS5-200 K-N, one silent, one 3'NCR DENVax-3 

B 0.05% 6.27 P2 NS2A-33 I-T, NS2A-59 M-T 
DENVax-3 

C 0.30% 6.25 P2 nd 

DENVax-3 

D 100.00% 6.27 P2 nd 

DENVax-3 

E 0.31% 6.00 P2 nd 

DENVax-3 

F ** 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 
DENVax-4 

B * 5.65 D NS2A-126 A-V; NS4A-5 N-D;NS5-383 
K-R, one silent 

DENVax-4 

C 4.50% 5.90 P2 nd 

DENVax-4 

D 12.85% 5,97 D nd 

DENVax-4 

E 0.52% 6,85 S prM-85 E-D, NS2B-45 T-A, NS5-320 M-
T, NS5-551 E-G, two silent 

DENVax-4 

F 0.02% 6.93 s NS2A-66 D-G, NS4A-21 A-V, four silent 
n Cloned viruses (lay 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) 
c Plaque phenotypes: P2: similar to P2 virus; L = larger than P2 virus, D = similar size, but appear somewhat different in clearness of the 
plaques; S = smaller than P2. 
Substitutions differing from the engineered DENVax cDNA 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) arc also noted. 
c nd = Not done. These clones had higher 5*NCR.-57 reversion rates (by TaqMAMA) 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 large 

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 andNS4B-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-master 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 atNS4A-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 

confirmed that MVS, WVS as well as BV retained the three genetic determinants of 

attenuation at the 5'NCR-57, NS1-53, and NS3-250 loci. Analysis of the least stable 

attenuating locus by TaqMAMA demonstrated that the 5'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 MVSa WVSa BVSa 

DENVax-L 2384 G-C E-483 Gly-Ala - - Gly/Ala Ala 
3823A-C NS2A-116 He-Leu Leu Leu Leu Leu 
4407 A-T NS2B-92 Glu-Asp Asp Asp Asp Asp 
7148 C-T NS4B-10S Thr-Ile - He lie 
7311A-G silent G G G G 
TaqMAMA 51NCR-57 reversion %b -- - - -

DENVax-2 592 A-G prM-52 Lys-Glu Glu Glu Glu Glu 
6481G-C NS4A-36 Ala-Pro - - Ala/Pro Pro 
7156 C-T NS4B-L11 Leu-Phe - - Leu/Phe Phe 
8803 A-G NS5-412 De-Val Val Val Val Val 
TaqMAMA 5'NCR-57 reversion %b - - 0.07% 0.21% 

DENVax-3 1603A-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 
TaqMAMA S'NCR-S? reversion %b — - - -

DENVax-4 225 A-T silent T T T T 
3674 A-G N52A-66 Asp-Gly Gly Gly Gly Gly 
3773 A-A/G NS2A-99 Lvs-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/C T/C T/C 

7538 C-C/T NS4B-238 Ser-
Ser/Phe - Ser/Phe Ser/Phe 

9750 A-C silent C C c C 
TaqMAMA 5*NCR-57 reversion %b - 0.L3% - -

8 Bold: Changes started at MVS stocks. 

* " indicates reversion Tate < 0.01% (detection limit), 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 otter three DENVax MVS lots 

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

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

occurred in a given seed. From P I to MVS (P8) 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 
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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 MVS 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 TaqMAMA 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 5*NCR-57 reversion rates of the DENVax BVS preparations 

(PlO-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 

vaccine viruses. 

Plaque phenotype of DEN Vox 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 ofDENVax-1, -2, and-3 produced plaques 

that were significantly smaller than their wild type 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 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°G (titers were approximately 1.0 logio 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-ls -2, and -3 were as temperature sensitive as their original homologous research-

grade chimeric vaccine viruses (Fig. 2). Titers at 39DC dropped between 2.0 and 3 .0 logio 

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 logio 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 in vitro 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 logio pfu/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 biood meals were back-titrated to measure the virus titers and only the 

experiments with similar virus titers in the blood meal (less than 1 logio 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-W45R 

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 mosquito 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 55), 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 5.2^=0.02 logio pfu/ml (Table 

4), and in a separate experiment with blood meal viral titer of 6.0 logio pfu/mls 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 

logio pfu/mosquito). In contrast, the DENVax-4 titers from the two infected mosquitoes 

were both minimal (0.7 logio 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, dissemination 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 Ae. 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 transmission 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 Ae, aegypti. 

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

Virus 

Oral Feed IT inoculation 

Virus Blood 
Meal3 

Infectio 
nb 

Body 
Tiler* 

Dissemin 
atlou* 

Inocu 
lum 

Infectio 
n> 

Body 
Titer® Salivaf Virus 

Mean± 
SD % (P/N) Mean± 

SD % (P/N)' pfu/d 
osc % (P/N) Mean± 

SD 
% 

(P/N) 
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DENV-1 
16007 6.6 44.0% 

(11/25) 
3,6 ± 
1.5 

36,3% 
(4/11) 53.9 100% 

(30/30) 
4.7 ± 
0,48 

43% 
(13/30) 

DENVax-1 6.9 0%. 
(0/30) NA <0.0 

001 NA 67.8 100% 
(30/30) 

3.4 £ 
0.39 

10% 
(3/30) 

<0.00 
5 

DENV-2 
16681 6.6 43.3% 

(13/30) 
3.1 + 
1.5 

38.5% 
(5/13) 67.8 100% 

(30/30) 
5.2 ± 
0.34 

87% 
(26/30) 

D2PDK53-
W45R 6.4 0% 

(0/30) NA 
<0.0 
001 NA 56.4 100% 

(30/30) 
4.0 ± 
.0.20 

0% 
(0/30) 

<0.00 
01 

DENVax-2 6.4 0% 
(0/30) NA 

<0.0 
001 NA 52.7 100% 

(30/30) 
3.5 ± 
0.27 

7% 
(2/30) 

<0.00 
01 

DENV-3 
16562 5.2 8% 

(2/25) 
3.8 ± 
0.2 

50% 
(1/23) 34.0 100% 

(30/30) 
4.2 ± 
0.50 

67% 
(20/30) 

DENVax-3 5.2 ± 
0,02 

0% 
(0/50) NA 0.10 

8 NA 37.3 100% 
(30/30) 

3.3 ± 
0.3 6 

3% 
(1/30) 

<0.00 
01 

DENV-4 
1036 

5.8 ± 
0.5 

16% 
(8/50) 

3.9 ± 
1.5 

62.5% 
(5/S) 69.4 100% 

(30/30) 
5.2.± 
0.45 

70% 
(21/30) 

DENVax-4 5.4 ± 
0.4 

3.6% 
(2/55) 

0.7 ± 
0.0 

0.03 
3 0% (0/2) 11.8 70% 

(21/30) 
1.1± 
0.46 

0% 
(0/21) 

<0.00 
01 

a Virus titers or Mean±standard deviation if from more than 1 experiment va blood meal (log]0 pfu/ral) by back titration 
* Rate of virus detected in mosquito bodies. P/N = positive/total mosquitoes 
c Mean virus titers ± standard deviation (logio pfu/mosquito) in mosquito body, only positive sample are included for 
calculation 
d Statistic analysis of the differences between wt DENV and DENVax by Fisher Exact probability 
* Rate of virus detected in legs of the positively infected mosquitoes 
f Rate of virus detected in saliva of the positively infected mosquitoes. Used to measure transmission efficiency 

[000113] Vector competence is an important safety component for live-attenuated 

flavivirus vaccine viruses. Previously, the research-grade DENV-2 PDK-53 W45R virus 

and wt derivatives were tested in Ae. aegypti, and found that the NS1 -53-Asp attenuating 

mutation was the dominant determinant for impaired mosquito replication. The other two 

major attenuation loci of the DENV-2 PDK-53 vaccine, nucleotide 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 Ae. 

aegypti 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 Ae. aegypti collected from the same Mae Sot Province, 

Thailand, the parental wt Dengue virus strains used for engineering DENVax appeared to 

have lower infectious and dissemination rates by oral infection. The wt DENV-1 PU0359, 
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DENV-2 PU0218, 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 infects, 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 mosquito 

infectivity and dissemination capacity. In addition, the more sensitive and stringent IT 

infection experiments were performed to further analyze the potential of DENVax to be 

transmitted by Ae. 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 on a 

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 106-108 

mosquito infectious doseao (MID5o)/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 veiy low (less than 2.4 logio 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 (Pl-

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 104 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 16681 in CDC-ICR colony 

and Taconic-ICR newborn mice challenged ic with 104 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 104pfu of wt Dengue virus serotype-2 16681, D2 PDK-53 W45R, 

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 neurovirulence 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-W45R 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 ofwt Dengue virus 

serotype-2 16681 virus was compared with that of D2 PDK-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-W45R 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 neurovirulence (81.3% survival with AST of 

18.8 ± 5,8 days and 100% survival, respectively). The results suggested that MVS of 

DENVax-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 (JI=32) newborn mice challenged ic with 104 pfu of the virus (A). 

Neurovirulence of DENVax MVS tested in Taconic-ICR mice with a dose of 104 pfu (B) or 

103 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 lab 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 wt 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-MK2 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-W45R (1.0 ± 0.3) (Fig. 6). 

[000121] Evaluation 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 MVS 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 in all 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 illustrating 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-MK2 cells under agarose overlay measured on day 9 pi. The wt 

DENVs and previously published research-grade vaccine candidate viruses were included 

far control arid 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 

PDK53 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 logio 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. 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. 

Neurovirulence in suckling mice 

[000125] Additional experiments were performed to analyze neurovirulence in 

newborn ICR mice. At an intracranial dose of 104 PFU, the survival rates for wt DENV-2 

16681 and the D2 FDK-53-W45R 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-W45R 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 104 PFUS but the MVS of DENVax-2 and DENVax-4 

caused 100% mortality at the dose of over 104 PFU (Fig. 5A). However, when tested at a 

dose of 103 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-W45R (32.3%) and D2/4-V (100%), respectively (Fig. 9B). Although, wt DENV-

1, -3, 01* -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 01* greater virulence in the 
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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 104 PFU. 

(B) IC inoculation of the virus at dose of 103 PFU 

[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 1 or 2 non-silent mutations occurred in a given seed. Between pre-

master and BCS (Pl'O) seeds, only 1 to 2 nucleotide substitutions were observed, all of 

which occurred in N32A, 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 (PIG) 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 5'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 TaqMAMA 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 PlO-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 cells (4-74% 

reversion by P10). This suggests that this strategy for large scale manufacturing of the 

DENVax seeds 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 lab-

derived vaccine viruses (Figs. 6, 8S 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. 

1000129] 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. 

[000130] Exemplary methods are provided herein to demonstrate manufacture of 

DENVax MVS, WVS, and BVS stocks under cGMP. The BVS stocks were used to 

formulate (he tetravalent DENVax currently in human clinical trial evaluations. A unique 

manufacture strategy to optimize the genetic stability and safely 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, 

TaqMAMA was developed to integrate genome sequence and the TaqMAMA 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, DENV ax progenitor research-grade viruses, 

designated as D2/1-V, D2 PDK-53-W45R, 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 

[000133] To re-derive the candidate vaccine viruses under cGMP manufacturing 

conditions, the previously engineered DENV infectious cDNA clones, pD2-PDK-53-

W45R, pD2/l-V, PD2/4-V, and in Wfro-ligated pD2/3-V containing the full genome-

length viral cDNAs were used to make fresh viral RNA transcripts by in vitro transcription 

as described previously. Briefly, Xbal-linearized DENV genomic cDNAs were treated with 

proteinase K, extracted with phenol/chloroform and precipitated in ethanol to remove any 

residual proteins, and then suspended in RNase-free Tris-EDTA buffer prior to transcription. 

The in vitro transcription was conducted using the AmpIiScribe T7 High Yield 

Transcription kit (Epicentre Technologies) following the manufacturer's recommended 

protocol. The RNA A-cap analog, m7G(5')ppp(5')A (New England 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-jil 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-jil 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 transcript into WCB-Vero cells was performed in 

the cGMP facility at Shantha Biotechnics. DENVax RNA transcripts were thawed, mixed 

with 400 jol of the Vero cell suspension (1 x 107 cells/ml), and transferred to apre-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/oo 0hms/500 |xF, 
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incubated for 10-15 min at room temperature, transferred to a 75-crn2 flask containing 30 ml 

of cell growth medium (MEM with 10% FBS), and incubated at 36°C ± 1°C, 5% CO2 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 

PI 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 seed production (Table 1). Briefly, the PI seeds harvested 

from transfected cells were amplified once by infection of Vero cells at aMOI 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 P3). 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 P5f respectively. The P5 viruses were 

amplified through two sequential Vero passages to produce P7 seed stocks. 

[000136] Genetic analysis of the three major DENVax attenuation loci using spot 

sequencing and/or Taqman-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, minimal 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 0.001 in multiple 175 cm2 

flasks of Vero cells. Except for the DENVax-4 MVS, the master vims seeds were harvested 

at 8-10 days post infection (pi). The MVS stocks were harvested at 6-10 days post infection 

(pi), 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 monosodmm 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 aMOI of 0.001 in the presence of 0.1% F-127™, poloxamer 407, (other EO-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 Vera cell culture of the MVS at aMOI of 0.001. The procedures were similar to 

the production of MVS, except they were cultured in multiple-layer cell factories (6360 

cm2). The WVS stocks were filtered through 10 \iM and 0.45jiM 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 cm2 each) of confluent Vero cells with 90 mL of diluted WVS 

to attain a 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(±1)°C in 5(±0.5)% CO2. 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™ poloxamer 407, 0.1% human 

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

and stored frozen below -60° C for subsequent pooling and quality control testing. All 

stabilized virus harvests with a virus titer above 105 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 controls 

[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. Tlie 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 USP 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 ceils lines, MRC5, VERO 

and MA104, in 25 cm2 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 ml (10 

mice in each dose group) of the DENV-antisemm 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. 

[000142] The in vivo testing for contaminants was also performed in embiyonated 

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 35GC 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 for a 

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 plaque 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 viruses 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% C02. After 

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), 3H5 (DENV-2), 8A-1 (DENV-3), or 1H10 (DENV-4) in blocking buffer at 

37°C for 1 hour or 4°G 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 times 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 immunofoci 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 QIAamp viral RNA kit 

(Qiagen), and overlapping cDNA fragments covering the entire genome were amplified 

using the Titan One Tube RT-PCR kit (Roche Applied Science, Inc.). The amplified cDNA 

fragments were gel purified before sequencing with both forward and reverse primers using 

the BigDye Terminator v3,l 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. 

Taqman-based mismatch amplification mutation assay (TaqMAMA) 

[000146] TaqMAMA is a sensitive, quantitative single nucleotide polymorphism assay 

developed to permit finer assessment of the level of reversion at the 5TS[C-57 locus of 

attenuation, and was further optimized for this study. Extracted viral RNA from MVS and 

WVS were analyzed by the TaqMAMA with both sets of primers/Taqman probe that are 

specific to wt or the vaccine 5fNC-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 

DENV-2 viral genomic sequence to enhance the mismatch effect The reverse primer, CD-

207, and the Taqman probe, CD-169F, for both wt and vaccine sets 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-|il reaction containing 5 \xl 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 each 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 eveiy experiment. The results 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 logio copies) of RNA template input This 

optimization resulted 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 (Aedes 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% CO2 incubator 

at 28°C. Small aliquots of the culture supernatant 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-weIl plates. Cells were infected in 

quadruplicate with each virus at a MOI of 0.001 at 37°C. Following adsorption of virus, the 

infected cultures were incubated with 4 ml/well of DMEM medium containing 2% FBS in 2 

separate 5% CO2 incubators, one set (duplicate plates) at 37°C and the other at 39°C. 

Aliquots (50-p.l) of the culture supernatant were collected on day 5 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 factoiy-calibrated 

thermometers (-1 to 51 °C; ERTCO). 

Mosquito infectiont disseminationt and transmission 
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[000149] Aedes aegypti mosquitoes used for the study were from a colony established 

in 2002 from a village near Mae Sot (165 N, 33? E), Thailand. After emerging from larvae, 

adult mosquitoes were maintained at 28°C at a 16:8 (lightidark) photoperiod with 10% 

sucrose solution provided ad libitum. 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) to 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 feeding system (Discovery Workshops), A 50-|al aliquot 

of the blood meal was retained at -80°C for back-titration of virus doses. Fully-engorged 

females 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 h 

(light:dark). After 14 days, 25-30 mosquitoes from each virus group were anesthetized via 

exposure to triethylamine (Flynap ®, Carolina Biological Supply Company) and one hind 

leg was removed and placed in 0.5 ml of DMEM with 10% FBS and 5% 

penicillin/streptomycin (lOOU/ml and 100|j.g/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 jal 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 (Grossman Corporation, NY) at 24 cycles/second for 

4 min using a mixer mill, and then clarified by centrifuging at 3,000 x g for 3 min. Saliva 

46 



WO 2014/150939 PCT/US2014/024603 

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 plaque assay. Results from bodies, legs, and saliva were 

used for determining the infection, dissemination, and transmission rates, respectively. 

Mouse neurovirulence 

[000152] Timed pregnant female ICR mice were obtained from Taconic Labs, and 

monitored several times each day to determine approximate birth times of pup litters. In a 

given experiment, approximately 12-24 hours after birth, two litters of eight pups per virus 

(n=16), was challenged with 103 to 104 pfu of virusin 20 [}l of diluent by intracranial (ic) 

inoculation using a 3 0-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'5 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. IHil (nt 451-456): engineered silent mutation, nt-453 A-to-G 
b. NgoMlV (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 
a. 5-noncoding region(NCR)-57 (nt-57 C-to-T): major attenuation locus (in red) 
b. NS1-53 Gly-to-Asp (nt-2579 G-to-A): major attenuation locus (m red) 
c. NS2A-181 Leu-to-Phe (nt-4018 C-to-T) 
d. NS3-250 Glu-to-Val (nt-5270 A-to-T): major attenuation locus (in red) 
e. nt-5547 (NS3 gene) T-to-C silent mutation 
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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) 
c. nt-7311 A-to-G silent mutation (in bold) 

ECR-57-T, D2 PDK*-53 afctemaatioa iscus? D2 1&S81: CJ 

>5'-Noncoding Region j >C 
10 20 30 40 50 60 70 80 90 100 

AGTTGTTAGTCTACGTGGACCGACAAAGACAGATTCTTTGAGGGAGCTAAGCTCAA?rGTAGTTCrAACAGTTTTITAATTAGAGAGCAGATCTCTGATGA 
M N 

110 120 130 140 150 160 170 ISO 190 200 
ATAACCAACGGAAAAAGGCGAAAAACACGCCrTTCAATATGCTGAAACGCGAGAGAAACCGCGTGTCGACIGTGCAACAGCTGACAAAGAGATTCTCACT 
NQRKKAKNTPFNMLKR E RNRVSTVQQLTKRFSIi 

210 220 230 240 250 260 270 280 290 300 
TGGAATGCTGCAGGGACGAGGACCATTAAAACTGTTCATGGCCCTGGTGGCGTrCCTTCGTTTCCTAACAATCCCACCAACAGCAGGGATATTGAAGAGA 
GMLQGRGPLKLFMAtiVA F LRFLTI P PTAGI LKR 

310 320 330 340 350 360 370 380 390 400 
TGGGGAACAATTAAAAAATCAAAAGCTATTAATGTTTTGAGAGGGTTCAGiGAAAGAGATTGGAAGGATGCTGAACATCTTGAATAGGAGACGCAGATCTG 
WGTI-K. KSKAI- H-VLRGFRKEIGRMLHILNRRRRBA 

>prM Beginning oC Dl 16007 sequence 
410 420 430 440 450 |460 470 480 490 500 

CAGGCATGATCATrATGCTGATTCCAACAGTGATGGCGTTCCATTTAACCa;g<ggjgiiGGGGGAGAGCCGCATATGATAGTTAGCAAGCAGGAAAGAGGAAA 
GMIIMLIPTVMAFHLTT R GGEP HM IVSKQERGK 

I 
Engineered. splicing site (nt-453 A-to-G silent) 

510 520 530 540 550 550 570 580 590 600 
GTCACTTTTG1TCAAGACCTCTGCAGGTGTCAACATGTGCACCCTCATTGCGATGGATTTGGGAGAGTTGTGTGAGGACACGATGACCTACAAATGCCCC 
SLLFKTSAGVNMCTLIAMDLGELC EDTMTYKCP 

610 620 630 640 650 660 670 680 690 700 
CGGATCACTGA<JGCGGAACCAGATGACGTTGACTGTTGGTGCAATGCCACGGACACATGGGTGACCTATGGAACGTGCTCTCAAACTGGCGAACACCGAC 
RITEAEPDDVDCWCNATDTWVTYGTCSQTGEHRR 

710 720 730 740 750 760 770 730 790 800 
GAGACAAACGTTCCGTCGCATTGGCCCCACACGTGGGGCTTGGCCTAGAAACAAGAGCCGAAACGTGGATGTCCTCTGAAGGTGCTTGGAAACAGATACA 
DKRSVALAPHVGLGLETRAETWMSSEGAWKQIQ 

810 820 830 840 850 060 870 880 890 900 
AAAAGTAGAGACTTGGGCTCTGAGACATCCAGGATTC&CGGTGATAGCCCTTTrTCrAGCACATGCCATAGGAACATCCATCACCCAGAAAGGGATCATT 
KVETWALRHPGFTVIAL F LAKAIGTS I T Q K G I I 

>E 
910 920 930 940 950 960 970 980 990 1000 

TTCATTTTGCTGATGCTGGTAACACCATCTATGGCCATGCGATGCGTGGGAATAGGCAACAGAGACTTCGTGGAAGGACTGTCAGGAGCAACATGGGTGG 
FI'LLMLVTPSMAMRCVG I GNRDFV EGLSGATWVD 

1010 1020 1030 1040 1050 1060 2070 1080 1090 1100 
ATGTGGTACTGGAGCATGGfiAGTTGCGTCACCACCATGGCAAAA&ACAAACCAACACTGGACATTGAACTCTTGAAGACGGAGGTCACAAACCCTGCAGT 
VVLEHGSC VTTMAKNKP TLDI ELLKTEVTNPAV 

1110 1120 1130 1140 1150 1160 1170 1180 1190 1200 
TCTGCGTAAATTGTGCATTG-RAGCTAAAATATCAAACACCACCACCGATTCGAGATGTCCAACACAAGGAGAAGCCACACTGGTGGAAGAACAAGACGCG 
LRKLCIEAKISHTTTDSRCPTQGEATLVEEQDA 

1210 1220 1230 1240 1250 1260 1270 1280 1290 1300 
AACTTTGTGTGCCGACGAACGTTCGTGGACAGAGGCTGGGGCAATGGCTGTGGGCTATTCGGAAAAGGTAGTCTAATAACGTGTGCCAAG1TTAAGTGTG 
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HFVCRRTPVDRGWGNG-CGLFCSKGSLITCAKFKCV 

1310 1320 1330 1340 2350 1360 1370 1380 1390 1400 
TGACAAAACTAG^GG&AAGATAGTTCAATATGAA&ACCTAAAATATTCAGTGATAGTCACCGTCCAOACTGGAGATCAGCACCAGGTGGGAAATGAGAC 
TKLEG'KIVQYEMLKYSV'IVTVHTGDQH.QVGNET 

1410 1420 1430 1440 1450 1460 1470 1480 1490 1500 
TACAGAACATGGAACAACTGCAACCATAACACCTCAAGCTCCTACGTCGGAAA.TACAGCTGACCGACTACGGflJVCCCTTACATTAGA1TGnCACCTAGG 
TEHGTTATI TPQAPTSE IQLTDYGTLTLD. CS PR 

1510 1520 1530 2.540 1550 1560 1570 1580 1590 1600 
ACAGGGCTAGATTTTRACGAGATGGTGTTGCTGaCAATGAAAGAAAGATCATGGCTTGTCCACAAAOAATGGTTCCTAGACTTACCACTGCCTTGGACCT 
TGLDFNEMVLLTMKERSWLVHKQWFLD'L PL PWTS 

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

1610 1620 1630 1640 1650 1660 1670 1680 1690 1700 
CTGGGGCTTCAACATCCCAAGAGACTTGGAACAG&CAAGATTTACTGGTCACATTTAR.GACAGCTCATGCAARGAftGCAGGAAGTAGTCGTACTAGGATC 
GASTSQET WHRQD LLVT FKTAHAKKQEVV VLGS 

1710 1720 1730 1740 1750 1760 1770 1760 1790 1800 
ACAAGAAGGAGC^TGCACACTGCGCTGACTGGAGCGACAGAAATCCAAaCGTCAGGAACGACAACAATTrTCGCAGGACACCTAAAATGCAGACT&AAA 
QEGAMHTALTGAT E I QTSGTTT I FAGHL IC C R -L EC 

iai0 1320 1830 1840 1850 1860 1870 1880 1890 1900 
ATGGACAAACTAAC,ITTAAAAGGGA1>3TCATATGTGATGTGCaCa.GGCTCATTCaAGTTAGAGAAAgAAGTGGClgAGACCCaGCATGGAaCTGTTCTGG 
MDKLTLKGM. SYVHCTGSFKLEKEVAETQHGTVL-V 

1910 1920 1930 1940 1950 1960 1970 1980 1990 2000 
TGCAGGTTAAATATC^^GGAACAGACGCACCATGCAAGATTCCCTTTTCGACCCAAGATGAGAAAGGAGCAACCC&GAATGGGAGATTAATAACAGCCAA 

QVKY EGTDAPCKIPFST QDEKGATQN GRLITAN 

2010 2020 2030 2040 2050 2060 2070 2080 2090 2100 
CCCCRTAGTCACTGACAAAGaflAAACCAGTCAa.TATTGAGGCAGAftCCACCCTTTGGTGAGAGCTACATCGTGGTAGGAGCAGGTGAA&AAGCTTTGAAA 
PIVTDKEKPVNIEAEPPFGESYIVVGAGEKAL K 

2110 2120 2130 2140 2150 2160 2170 2180 2190 2200 
CTAAGCTGGTTCAAGaAAGGAAGCAGCATAGGGAAAATGTTTGAAGCAACTGCCCGAGGAGCACGAAGGATGGCCATTCTGGGAGACACCGCATGGGACT 
LSWFKKGSSIGKMFE A TARG ARRMAILGDTA WDF 

2210 2220 2230 2240 2250 2260 2270 22S0 2290 2300 
TCGGTTCTATAGGAGGAGTGTrGACGTCTATGGGA&AACTGGTACACCAGGTTTTTGGAACTGCA'TATGGAGTTTTGTTTAGCGGAGTTTCTTGGACCAT 
GSIGGVFTSMGKLVHQVFGTAYGVLFSGVSWTM 

End oE Dl 16007 sequence 
I 

2310 2320 2330 2340 2350 2360 2370 2380 2390 2400 
GAAAATAGGMTAGGGATTCTGCTGACATGGCTAGGATTAj^ATTCAAGGAACACGTCCCTTTCG&TGATGTGCATCGCA^^^^^aTTGTGACACTGTAT 
KIGIGILL-TWLGLHS'RNTSLSMMCIAAGIVTLY 

I 
Engineered splicing site, £-482 Val-to-Ala {nt-2381/2382 TG-to-CC) 

1 
2410 2420 2430 2440 2450 2460 2470 2480 2490 2500 

TTGGGAGTCATGGTGCAGGCCGATAGTGGTTGCGTTGTGAGCTGGAAAaACAAAGAACTGAAATGTGGCAGTGGGATTTTCATCACAGACAACGTGCACA 
LGVM'VQADSGCVVSWKHKELKCGSGIFITDNVBT 

2510 2520 2530 2540 2550 2560 2570 2580 2590 2600 
CATGGACAGAACAATACAAGTTCCAACCAGAATCCCCTTCAAAACTAGCTTCAGCTATCCAGAAAGCCCATGAAGAGGACATTTG'IGGAATCCGCTCAGT 

WTEQY KFQPESPSKLASAIQKAHEEDICGIRSV 

I 
Ba PD5C-H3 SSI-SI:-Asp atfcftnnAtiori :ic(wfc D2 Gly, 

2610 2620 2630 2640 2650 2660 2670 2680 2690 2700 
AACAAGACTGGAGAATCTGATGTGGAAACAAATAACACCAGAATTGAATCACATTCTATCAGAAAATGAGGTGAAGTTAACTATTATGACAGGAGACATC 
TRLENLMWKQITPELNKIL SENEVKLTIMTGDI 

2710 2720 2730 2740 2750 2760 2770 2780 2790 2800 
AAAGGaATCATGCAGGCAGGAAAACGATCTCTGCGGCCTCAGCCCACTGAGCTGAAGTATTCATGGAAAACATGGGGCAAAGCAAAAATGCTCTCTACAG 
KGIMQA GK RSLRPQPTELKYSWKTWGKAKM.LSTE 

2810 2820 2830 2840 2850 2860 2B70 2880 2890 2900 
AGTCTCATAACCAGACCTTTCTCATTGATGGCCCCGAAACAGCAGAATGCCCCAACACAAATAGAGCTTGGAATTCGTTGGAAGTTGAAGACTATGGCTT 
SHNQTF LIDGPETAECPNTNRAWUSLEVBD YGF 

2910 2920 2930 2940 2950 2960 2970 2980 2990 3000 
TGGJteTATTCACCACCAATATATGGCTAAAATTGAAAGAAAAACAGGATGTAlTCTGCGACTCAAAACTCATGTCAGCGGCCATAA&AGACAACAGAGCC 
GVFTTNIWLKLKEKQDVFCDSKLMSAAIKDNRA 
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3010 3020 3030 3040 3050 3060 3070 3080 3090 3100 
GTCCATGCCGATATGGGTTATTGGATAGAAAGTGCACTCAATGACACATGGAAGATAGAGAAAGCCTCTTTCATTGAAGTTAAAAACTGCCACTGGCCAA 
VHADMGYWIESALNDTWKIEKASFIEVKNCHWPK 

3110 3120 3130 3140 3150 3160 3170 3180 3190 3200 
AATCACACACCCTCTGGAGCAATGGAGTGCTAGAAAGTGAGATGATAATTCCAAftGAATCTCGCTGGACCAGTGTCTCAACACAACTATAGACCAGGCTA 
SHTLWSNGVLESEMI I P KNLAGPVSQHHYRPGY 

3210 3220 3230 3240 3250 3260 3270 3280 3290 3300 
CCATACACAAATAACAGGACCATGGCATCTAGGTAAGCTTGAGATGGACTTTGATTTCTGTGATGGAACAACAGTGGTAGTGACTGAGGACrGCGGAAAT 
HTQITGPWHLGKLEMDFDFCDGTTVVVTEDCGN 

3310 3320 3330 3340 3350 3360 3370 3380 3390 3400 
AGAGGACCCTCTTTGAGAACAACCACTGCCTCTGGAAAACTCATAACAGAATGGTGCTGCCGATCTTGCACATTACCACCGCTAAGATACAGAGGTGAGG 
RGDSLR. TTTASGKLITEWCC. RS CTLPPLR YRGED 

>NS2A 
3410 3420 3430 3440 3450 3460 3470 3480 3490 3500 

ATGGGTGCTGGTACGGGATGGAAATCAGACCATTGAAGGAGAAAGAAGAGAATTTGGTCAACTCCTTGGTCACAGCTGGACATGGGCAGGTCGACAACTT 
GCW-YGMEIRPLKEKEEHLVNSLVTAGHGQ. VDNF-

3510 3520 3530 3540 3550 3560 3570 3580 3590 3600 
TTCACTAGGAGTCTTGGGAATGGCATTGTTCCTGGAGGAAATGCTTAGGACCCGAGTAGGAACGAAACATGCAATACTACTAGTTGCAGTrrCTTTTGTG 
SL GVLGMALFLEEML RTRVGT KHAILLVAVSFV 

3610 3620 3630 3640 3650 3660 3670 3680 3690 3700 
ACATIGATCACAGGGAACATGTCCTTTAGAGACCTGGGAAGAGTGATGGTTATGGTAGGCGCCACTATGACGGATGACATAGGTATGGGCGTGACTTATC 
TLITGNMSFRDLGRVMVMVGATMTDD IGMGVTYL 

3710 3720 3730 3740 3750 3760 3770 3780 3790 3800 
TTGCCCTACTAGCAGCCTTCAAAGTCAGACCAACTTnGCAGCTGGACTACTCrTGAGAAAGCTGACCTCCAAGGAATTGATGATGACTACTATAGGAAT 
ALLAAFKVRPTFAAGLLLRK. LTSKELMMTTIGI 

3810 3820 3830 3840 3850 3360 3870 3880 3890 3900 
TGTACTCCTCrCCCAGAGCACCCTACCAGAGACCATTCTTGAGTTGAC'TGATGCGTTAGCCTTAGGCATGATGGTCCTCAAAATGGTGAGAAATATGGAA 
VLLSQSTLPETILELTDALALGMMVLKMVRNME 
[ 

Additional NS2A-116 lle-to-Leu {at3823 A-to-C) mutation, in master and pre-master seed 

3910 3920 3930 3940 3950 3960 3970 3980 3990 4000 
AAGTATCAATTGGCAGTGACTATCATGGCTATCTTGTGCGTCCCAAACGCAGTGATATTACAAAACGCATGGAAAGTGAGTTGCACAATATTGGCAGTGG 
KY QLAVTIMA I LCVPNAVI LQNAWKVSCTI LAVV 

4010 4020 4030 4040 4050 4060 4070 4080 4090 4100 
TGTCCGTTTCCCCACTGTTCTTAACATCCTCACAGCAAAAAACAGATTGGATACCATTAGCATTGACGATCAAAGGTCTCAATCCAACAGCTATTnTCT 
SVSP. LFLTSSQQKTDWIPLALTIKGLNPTAIFL 

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

>NS2B 
4110 4120 4130 4140 4150 4160 4170 4180 4190 4200 

AACAACCCTOTCAAGAACCAGCAAGAAAAGGAGCTGGCCATTAAATGAGGCTATCATGGCAGTCGGGATGGTGAGCATTTTAGCCAGTTCTCTCCTAAAA 
T TL S RTS KKR S WP LH EA IMAVGMVSI LAS S L L K 

4210 4220 4230 4240. 4250 4260 4270 4280 4290 4300 
AATGATATTCCCATGACAGGACCATTAGTGGCTGGAGGGCTCCTCACTGTGTGCTACGTGCTCACTGGACGATCGGCCGATTTGGAACTGGAGAGAGCAG 
NDIPMTG PLVAGGLLTVCYVLTGRSADLELERAA 

4310 4320 4330 4340 4350 4360 4370 4380 4390 4400 
CCGATGTCAAATGGGAAGACCAGGCAGAGATATCAGGAAGCAGTCCAATCCTGTCAATAACAATATCAGAAGATGGTAGCATGTCGATAAAAAATGAAGA 
DVKWEDQAEISGSS P X L S ITIS EDGSMSI KNEE 

4410 4420 4430 4440 4450 4460 4470 4480 4490 4500 
GGAAGATCAAACACTGACCATACTCATTAGAACAGGATTGCTGGTGATCTCAGGACTTTTTCCTGTATCAATACCAATCACGGCAGCAGCATGGTACCTG 
EDQTLTI LIRTGL LVI S G L F PVSI PITAAAWYL 

I 
Additional NS2B-92 Glu-to-Asp (nt-4407 A-to~T) mutation (in master and pre-master seed) 

>NS3 
4510 4520 4530 4540 4550 4560 4570 4580 4590 4600 

TGGGAAGTGAAGAAACAACGGGCCGGAGTATTGTGGGATGTTCCTTCACCCCCACCCATGGGAAAGGCTGAACTGGAAGATGGAGCCTATAGAATTAAGC 

50 



WO 2014/150939 PCT/US2014/024603 

WEVKKQRAGVL WDVPSPPP MGKAELEDGAYRIKQ 

4610 4620 4630 4640 4650 4660 4670 4680 4690 4700 
AAAAAGGGATTCTTGG&TATTCCCAGATCGGAGCCGGAGTTTACAAAGAAGGAACATTCCATACAATGTGGCATGTCACACGTGGCGCTGTTCTAATGCA 
KGILGYSQIGAGVYKEGTF HTM WH VTRGAV LMH 

4710 4720 4730 4740 4750 4760 4770 4780 4790 4800 
TAAAGGAAAGAGGATrGAACCATCATGGGCGGACGTCAAGAAAGACCTAaTATCATATGGAGGAGGCTGGAAGTTAGAAGGAGAATGGAAGGAAGGAGAA 
KGKRI EPSWADVKK DLISYGGGWECLEGEWKEGE 

4810 4820 4830 4840 4850 4860 4870 4880 4890 4900 
GAAGTCCAGGTATTGGCACTGGAGCCTGGAAAAAATCCAAGAGCCGTCCAAACGAAACCTGGTCTTTTCAAAACCAACGCCGGAACAATAGGTGCTGTAT 
E VQVLALE PG KH P R A V Q T K PG L F KTNAGTI G A V S 

4910 4920 4930 4940 4950 4960 4970 4980 4990 5000 
CTCTGGACTTTTCTCCTGGAACGTCAGGATCTCCAATTATCGACAAAAAAGGAAAAGTTGTGGGTCTTTATGGTAATGGTGTTGTTACAAGGAGTGGAGC 
LDFSPGTSGSPII DKKGKVVGLYGNG VVTRSGA 

5010 5020 5030 5040 5050 5060 5070 5080 5090 5100 
ATATGTGAGTGCTATAGCCCAGACTGAAAAAAGCATTGAAGACAACCCAGAGATCGAAGATGACATTTTCCGAAAGAGAAGACTGACCATCATGGACCTC 
Y V S A I AQTEKS I E DU PE I E DDI F R K R R L TIMD L 

5110 5120 5130 5140 5150 5160 5170 5180 5190 5200 
CACCCAGGAGCGGGAAAGACGAAGAGATACCTTCCGGCCATAGTCAGAGAAGCTATAAAACGGGGTTTGAGAACATTAATCTTGGCCCCCACTAGAGTTG 
HPGAGKT KRYLPAIVREAIKR GLRTLTLAPTRVV 

5210 5220 5230 5240 5250 5260 5270 5280 5290 5300 
TGGCAGCTGAAATGGAGGAAGCCCTTAGAGGACTTCCAATAAGATACCAGACCCCAGCCATCAGAGCXGTGCACACCGGGCGGGAGATTGTGGACCTAAT 
AAEMEEALRGLPIRYQTPAIRAVHTGREIVDL M 

m PDK-53 fJSa-iSQ-Vfi,! locus {wt D2 ISGSls <31^, at-SS70-A) 

5310 5320 5330 5340 5350 5360 5370 5380 5390 5400 
GTGTCATGCCACAT.TTACCATGAGGCTGCTATCACCAGTTAGAGTGCCAAACTACAACCTGATTATCATGGACGAAGCCCATTTCACAGACCCAGCAAGT 
CHATFTMRLLS PVRVPHYNLI I MDEA HF TDPAS 

5410 5420 5430 5440 5450 5460 5470 5480 5490 5500 
ATAGCAGCTAGAGGATACATCTCAACTCGAGTGGAGATGGGTGAGGCAGCTGGGATTTTTATGACAGCCACTCCCCCGGGAAGCAGAGACCCATTTCCTC 
IAA.RGYISTRVEMGEAAGIFMTATPPGSRDPFPQ 

5510 5520 5530 5540 5550 5560 5570 5580 5590 5600 
AGAGCAATGCACCAATCATAGATGAAGAAAGAGAAATCCCTGAACGCTCGTGGAATTCCGGACATGAATGGGTCACGGATTTTAAAGGGAAGACTGITTG 
SNAP I IDE ERE I p ERSWNSGHE WVTDF KGKTVW 

I 
D2 PDK-53 silent mutation nt-5547-C (wt D2 16681: T) 

5610 5620 5630 5640 5650 5660 5670 5680 5690 5700 
GTTCGTTCCAAGTATAAAAGCAGGAAATGATATAGCAGCTTGCCTGAGGAAAAATGGAAAGAAAGTGATACAACTCAGTAGGAAGACCTTTGATTCTGAG 
FVPSIKAGNDIAACLRKNGKKVIQLSR KTFD SE 

5710 5720 5730 5740 5750 5760 5770 5780 5790 5800 
TATGTCAAGACTAGAACCAATGATTGGGACTTCGTGGTTACAACTGACATTTCAGAAATGGGTGCCAATTTCAAGGCTGAGAGGG'riATAGACCCCAGAC 
YVKTRTNDWDFVVTTDISEMGANFKAERVIDPRR 

5810 5820 5830 5840 5850 5860 5870 5880 5890 5900 
GCTGCATGAAACCAGTCATACTAACAGATGGTGAAGAGCGGGTGATTCTGGCAGGACCrATGCCAGTGACCCACTCTAGTGCAGCACAAAGAAGAGGGAG 
CM KPVILTDGE ERVI LAGP MPVTHSSAAQRRGR 

5910. 5920 5930 5940 5950 5960 5970 5980 5990 6000 
AATAGGAAGAAATCCAAAAAATGAGAATGACCAGTACATATACATGGGGGAACCTCTGGAAAATGATGAAGACTGTGCACACTGGAAAGAAGCTAAAATG 
IGRN PKHENDQYIY MGEPIIENDEDCAHWKEAECM 

6010 6020 6030 6040 6050 6060 6070 6080 6090 6100 
CTCCTAGATAACATCAACACGCCAGAAGGAATCATTCCTAGCATGTTCGAACCAGAGCGTGAAAAGGTGGATGCCATTGATGGCGAATACCGCTXGAGAG 
LIID NIHT PEG I I P SMFE PER EKVD AI DG EYRLRG 

6110 5120 6130 6140 6150 6160 6170 6180 6190 6200 
GAGAAGCAAGGAAAACCTTTGTAGACTTAATGAGAAGAGGAGACGTACCAGTCTGGTTGGCCTACAGAGTGGCAGCTGAAGGCATCAACTACGCAGACAG 
EARKTFVDLMRRGDLPVWLAYRVAAEGINYADR 

6210 6220 6230 6240 6250 6260 6270 6280 6290 6300 
AAGGTGGTGTTTTGATGGAGTCAAGAACAACCAAATCCTAGAAGAAAACGTGGAAGTTGAAATCTGGACAAAAGAAGGGGAAAGGAAGAAATTGAAACCC 
RWCFDGV KNHQILEENVEVEIWTK.EGERKKLKP 

>NS4A 
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6310 6320 6330 6340 6350 6360 6370 6380 6390 6400 
AGATGGTTGGATGCTAGGATCTATTCTGACCCACTGGCGCTAAAAGAATTTAAGGAATTTGCAGCCGGAAGAAAGTCTCTGACCCTGAACCTAATCACAG 
R WIiDA RIYSDPLALKEF KEFAAG RKSLTIJNIJITE 

6410 6420 6430 6440 6450 6460 6470 6480 6490 6500 
AAATGGGTAGGCTCCCAACCTTCATGACTCAGAAGGCAAGAGACGCACTGGACAACTTAGCAGTGCTGCACACGGCTGAGGCAGGTGGAAGGGCGTACAA 
MGRLPTFMT QK ARD AE.DNLAVLHTAE AGGRAYH 

6510 6520 6530 6540 6550 6560 6570 6580 6590 6600 
CCATGCTCTCAGTGAACTGCCGGAGACCCTGGAGACATTGCTTTTACTGACACTTCTGGCTACAGTCACGGGAGGGATCTTTTTATTCTTGATGAGCGCA 
HAItSELPETLETLLLLTLLATVTGGIFLFLMSA 

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

6610 6620 6630 6640 6650 6660 6670 6680 6690 6700 
AGGGGCATAGGGAAGATGACCCTGGGAATGTGCTGCATAATCACGGCTAGCATCCTCCTATGGTACGCACAAATACAGCCACACTGGATAGCAGCTTCAA 
RGIGKMTLGM'CCI ITAS ILLWYAQIQPHWIAASI 

6710 6720 6730 6740 6750 6760 6770 6780 6790 6800 
TAATACTGGAGITTTTTCTCATAGTTTTGCTTATTCCAGAACCTGAAAAACAGAGAACACCCCAAGACAACCAACTGACCTACGTTGTCATAGCCATCCT 
ILEFF LIVL LIPEPEKQRTPQDNQLTYVVI AIL 

>NS4B 
5810 6820 6830 6840 6850 6860 6870 6880 6890 6900 

CACAGTGGTGGCCGCAACCATGGCAAACGAGATGGGTTTCCTAGAAAAAACGAAGAAAGATCTCGGATTGGGAAGCATTGCAACCCAGCAACCCGAGAGC 
TVVAATM. AMEMGFLEKTKKDLGLGSTATQQPES 

6910 6920 6930 6940 6950 6960 6970 6980 6990 7000 
AACATCCTGGACATAGATCTACGTCCTGCATCAGCATGGACGCTGTATGCCGTGGCCACAACATTTGTTACACCAATGTTGAGACATAGCATTGAAAATT 
NX LDI D L R PASAW TLYAVATT FVTPM LRHS IENS 

7010 7020 7030 7040 7050 7060 7070 7080 7090 7100 
CCTCAGTGAATGTGTCCCTAACAGCTATAGOCAACCAAGCCACAGTGTTAATGGGTCTCGGGAAAGGATGGCCATTGTCAAAGATGGACATCGGAGTTCC 
SVNVSLTAIANQATV LMGLGKGWPLSKMDIGVP 

7110 7120 7130 7140 7150 7160 7170 7180 7190 7200 
CCTTCTCGCCATTGGATGCTACTCACAAGTCAACCCCATAACTCTCACAGCAGCTCTTTTCTTATTGGTAGCACATTATGCCATCATAGGGCCAGGACTC 
LLAIGCYSQVNPI TLTAALFLLVAHYAI IGPGL 

7210 7220 7230 7240 7250 7260 7270 7280 7290 7300 
CAAGCRAAAGCAACCAGAGAAGCTCAGftAAAGAGCAGCGGCGGGCATCATGAAAAACCCAACTGTCGATGGAATAACAGTGATTGACCTAGATCCAATAC 
QAKATRE AQ KRAAAG I M K N P T V D G I TVI DLD P I P 

7310 7320 7330 7340 7350 7360 7370 7380 7390 7400 
CTTATGATCCGAAGTTTGAAAAGCAGTTGGGACAAGTAATGCTCCTAGTCCTCTGCGTGACTCAAGTATTGATGATGAGGACTACATGGGCTCTGTGTGA 

YDPECFE KQLGQVMLLVLCVTQVLMMRTTWALCE 

I 
Additional silent mutation (at-7311 A-to-G, in master and pro-master seed) 

7410 7420 7430 7440 7450 7460 7470 7480. 7490 7500 
GGCTTTAACCTX'AGCTACCGGGCCCATCTCCACATTGTGGGAAGGAAATCCAGGGAGGTTTTGGAACACTACCATTGCGGTGTCAATGGCTAACATTTTT 
ALTLATG. PISTLWEGN P GRFWNTTIAVSMA. H.IF 

> NS5 
7510 7520 7530 7540 7550 7560 7570 7580 7590 7600 

AGAGGGAGTTACTTGGCCGGAGCTGGACTTCTCTTTTCTATTATGAAGAACACAACCAACACAAGAAGGGGAACTGGCAACATAGGAaAGACGCTTGGAG 
RGS YL AGAGLLFSIMKNTTNTRRGTGNIGETLGE 

7610 7620 7630 7640 7650 7660 7670 7680 7690 7700 
AGAAATGGAAAAGCCGATTGAACGCATTGGGAAAAAGTGAATTCCAGATCTACAAGAAAAGTGGAATCCAGGAAGfGGATAGAACCTTAGCAAAAGAAGG. 
KWKSRLNALGKSE FQIYKKSGIQEVDRTLAKEG 

7710 7720 7730 7740 7750 7760 7770 7780 7790 7800 
CATTAAAAG&GGAGAAACGGACCATCACGCTGTGTCGCGAGGCTCAGCAAAACTGAGATGGTTCGTTGAGAGAAACATGGTCACACCAGAAGGGAAAGTA 
IK.RGETDHHAVSRGSAKLRWFVERNMVTPEGKV 

7810 7820 7830 7840 7850 7860 7870 7880 7890 7900 
GTGGACCTCGGTTGTGGCAGAGGAGGCTGGTCATACTATTGTGGAGGACTAAAGAATGTAAGAGAAGTCAAAGGCCTAACAAAAGGAGGACCAGGACACG 
VDLGCGRGGWS YYCGG L KHVR EVKGL TKGG'PGHE 

7910 7920 7930 7940 7950 7960 .7970 7980 7990 8000 
AAGAACCCATCCCCATGTCAACATATGGGTGGAATCTAGTGCGTCTTCAAAGTGGAGTTGACGTTTTCTTCATCCCGCCAGAAAAGTGTGACACATTATT 
SPr pMSTYGWNLVRLQSGVDV FFI PPEKCDT LL 

8010 8020 8030 8040 8050 8060 8070 8080 8090 8100 
GTGTGACATAGGGGAGTCATCACCAAATCCCACAGTGGAAGCAGGACGAACACTCAGAGTCCTTAACTTAGTAGAAAATTGGTTGAACAACAACACTCAA 
C DIG ESSPNPTVEAGRT LRVLNIFVSNWLNNNT Q 
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8110 8120 8130 8140 8150 8160 8170 B180 8130 8200 
TTTTGCATAAAGGTTCTCAACCCATATATGCCCTCAGTCATAGAAAAAATGGAAGCACTACAAAGGAAATATGGAGGAGCCTTAGTGAGGA&TCCACTCT 
FCIKVLNPYMPSVIEKMEALQR.KYGGALVRHPLS 

8210 8220 8230 8240 8250 8260 8270 8280 8290 8300 
CACGAAACTCCACACATGAGATGTACTGGGTATCCAA.TGCTTCCGGGAACATAGTGTCATCAGTGAACATGATTTCAAGGATGTTGATCAACAGATTTAC 
RHSTHEMYWVSNASGNIVSS-VNM. ISRMLINRFT 

8310 8320 8330 8340 8350 8360 8370 8380 8390 8400 
AATGAGATACAAGAAAGCCACTTACGAGCCGGATGTTGACCTCGGAAGCGGAACCCGTAACATCGGGATTGAftAtJTGAGATACCAAACCTAGATATAATT 
MRYKKATYEPDVDLGSGTRWIGIESEIPHLDII 

8410 8420 8430 8440 8450 8460 8470 8480 8490 6500 
GGGAAAAGAATAGAAAAAATAAAGCAAGAGCATGAAACATCATGGCACTATGACCAAGACCACCCATACAAAACGTGGGCATACCATGGTAGCTATGAAA 
GKRIEKIKQEHETSVTHYDQDHPYKTWAYHGSYET 

8510 8520 8530 8540 8550 8560 8570 8580 8590 8600 
CAAAACAGACTGGATCAGCATCATCCATGGTCAACGGAGTGGTCAGGCTGCTGACAAAACCTTGGGACGTCGTCCCCATGGTGACACAGATGGCAATGAC 
KQTGSASSMVNGVVRLLTKPWDVVPM VTQMAMT 

8610 8620 8630 8640 8650 8660 8670 8680 8690 3700 
AGACACGACTCCATTTGGACA&CAGCGCGTTTTTAAAGAGAAAGTGGACACGAGAACCCAAGAACCGAAAGAAGGCACGAAGAAACTAATGAAAATAACA 
DTT PF GQ QRVFKEKVDTRTQEPKEGTKKLMKIT 

8710 8720 8730 8740 8750 8760 8770 8780 8790 8800 
GCAGAGTGGCTTTGGAAAGAATTAGGGAAGAAAAAGACACCCAGGATGTGCACCAGAaAAGAATTCACAAGAAAGGTGAGAAGCAATGGAGCC7rTGGGGG 
AEWX.WKELGK K KTER MCTREEFTRKVRS.HAAI.GA 

8810 8820 8830 8840 8850 8860 8870 8880 8890 8900 
CCATATTCACTGATGAGAACAAGTGGAAGTCGGCACGTGAGGCTGTTGAAGATAGTAGGTTTTGGGAGCTGGTTGACAAGGAAAGGAATCTCCATCTTGA 
IFTDENKW KSA REAVEDSRFWELVDKER HLHLE 

8910 8920 8930 8940 8950 8960 8970 8980 8990 9000 
AGGAAAGTGTGAAACATGTGT&TACAACATGATGGGAAAAAGAGAGAAGAAGCTAGGGGAATTCGGCAAGGCAAAAGGCAGCAGAGCCATATGGTACATG 
GKCETCVYKMMGKREKKLGEFGKAKGSRAIWYM 

3010 9020 9030 9040 9050 9060 9070 9080 9090 9100 
TGGCTTGGAGCACGCTTCITAGAGTTTGAAGCCCTAGGATTCTTAAATGAAGATCACTGGTTCTCCAGAGAGAACTCCCTGAGTGGAGTGGAAGGAGAAG 
WLGARFLEFEALGFLNEDHWFSRENSLSGVEGEG 

9110 9120 9130 9140 9150 9160 9170 9180 9190 9200 
GGCTGCACAAGCTAGGTTACATTCTAAGAGACGTGAGCAAGAAAGAGGGAGGAGCAATGTATGCCGATGACACCGCAGGATGGGATACAAGAATCACACT 
LHKLGYILRDVSKKEGGAMYADDTAGWDTRITL 

9210 9220 9230 9240 9250 9260 9270 9280 9290 9300 
AGAAGACCTAAAAAATGAAGAAATGGTAACAAACCACATGGAAGGAGAACACAAGAAACTAGCCGAGGCCATTTTCAAACTAACGTACCAAAACAAGGTG 
EDLKNEEMVTNHMEGEHKKLAEAIFKLTYQHKV 

9310 9320 9330 9340 9350 9360 9370 9380 9390 9400 
GTGCGTGTGCAAAGACCAACACCAAGAGGCACAGTAATGGACATCATATCGAGAAGAGACCAAAGAGGTAGTGGACAAGTTGGCACCTATGGACTCAATA 
VRVQRPTPRGTVMDIISR.RDQRGSGQVGTYGLNT 

9410 9420 9430 9440 94B0 9460 9470 9480 9490 9500 
CTTTCACCAATATGGAAGCCCAACTAATCAGACAGATGGAGGGAGAAGGAGTCTTTAAAAGCATTCAGCACCTAACAATCACAGAAGAAATCGCTGTGCA 
FT NMEAQL I RQME GEG VF KS I QHL TI TEE IAVQ 

9510 9530 9530 3540 9550 9560 9570 9580 £590 9600 
AAACTGGTTAGCAAGAGTGGGGCGCGAAAGGTTATCAAGAAlGGCCATGAGTGGAGATGATTGTGTTGTGAAACCTTTAGATGACAGGTTCGCAAGCGCT 
NWLAR VGRERLSRMAISGDDCVVKPLDDRFAS A 

9610 9620 9630 9640 9650 9660 9670 9680 9690 5700 
TTAACAGCTCTAAATGACATGGGAAAGATTAGGAAAGACATACAACAATGGGAACCTTCAAGAGGATGGAATGATTGGACACAAGTGCCCTTCTGTTCAC 
LTALNDMGKIRKDIQQWEPSRGWNDWTQVPFCSH 

9710 9720 9730 9740 9750 9760 9770 9780 9790 9800 
ACCATTTCCATGAGTTAATCATGAAAGACGGTCGCGTACTCGTTGTTCCATGTAGAAACCAAGATGAACTCATTGGCAGAGCCCGAATCTCCCAAGGAGC 
HFHELIM.KDGHVLVVPCRHQDELIGRARISQGA 

9810 9820 98.30 9B40 9850 9860 9870 9880 9890 9900 
AGGGTGGTCTTTGCGGGAGACGGCCTGTTTGGGGAAGTCTTACGCCCAAATGTGGAGCTTGATGTACTTCCACAGACGCGACCTCAGGCTGGCGGCAAAT 
GWSLRETACLGKSYAQM"WSLMYFHRRDLRLAAN 

9910 9920 9930 9540 9950 9960 9970 9580 9990 10000 
GCTATTTGCTCGGCAGTACCATCACATTGGGTTCCAACAAGTCGAACAACCTGGTCCATACATGCTAAACATGAATGGATGACAACGGAAGACATGCTGA 
AICSAVPSHWVPTSETTHSIHAKHEWMTTEDM LT 

10010 10020 10030 10040 10050 10060 10070 10080 10090 10100 
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CAGTCTGGAACAGGGTGTGGATTCAAGAAAACCCATGGATGGAAGACAAAACTCCAGTGGAATCATGGGAGGAAATCCCATACTTGGGGAAAAGAGAAGA 
VWNRVWIQENPWMEDK T PVESWEEIPYLGKR ED 

10110 10120 30130 10X40 10150 10160 10170 10180 10190 10200 
CCAATGGTGCGGCTCATTGATTGGGTTAACAAGCAGGGCCACCTGGGCAAAGAACATCCAAGCAGCAATAAATCAAGTTAGATCCCTTATAGGCAATGAA 
QWCGSLI GLTSRAT WAKNIQAAINQVRSL IG NE 

>3'-Noncoding Region 
10210 10220 10230 10240 10250 10260 10270 1Q2B0 10290 10300 

GAATACACAGATTACATGCCATCCATGAAAAGATTCAGAAGAGAAGAGGAAGAAGCAGGAGTTCTGTGGTAGAAAGCAAAACTAACATGAAACAAGGCTA 
EYTDYMPSMKRFRREEE EAGVLW* 

10310 10320 10330 10340 10350 10360 10370 10360 10390 10400 
GAAGTCAGGTCGGATTAAGCCATAGTACGGAAAAAACTATGCTACCTGTGAGCCCCGTCCAAGGACGTTAAAAGAAGTCAGGCCATCATAAATGCCATAG 

10410 10420 10430. 10440 10450 10460 10470 10480 10490 10500 
CTTGAGTAAACTATGCAGCCTGTAGCTCCACCTGAGAAGGTGTAAAAAATCCGGGAGGCCACAAACCATGGAAGCTGTACGCATGGCGTAGTGGACTAGC 

10510 10520 10530 10540 10550 10560 10570 10560 10590 10600 
GGTTAGAGGAGACCCCTCCCTTACAAATCGCAGCAACAATGGGGGCCCAAGGCGAGATGAAGCTGTAGTCTCGCTGGAAGGACTAGAGGTTAGAGGAGAC 

10610 10620 10630 10540 10650 10660 10670 10660 10690 10700 
CCCCCCGAAACAAAAAACAGCATATTGACGCTGGGAAAGACCAGAGATCCTGCTGTCTCCTCAGCATCA'ITCCAGGCACAGAACGCCAGAAAATGGAATG 

10710 10720 
GTGCTGTTGAATCAACAGGTTCT 

DENvax-2 Master Virus Seed (MVS) 

[000158] 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 
a. 5p-noncoding region (NCR)-57 (nt-57 C-to-T); major attenuation iocits fin red) 
b. prM-29 Asp-to-Val (nt-524 A-to-T) 
c. nt-2055 C-to-T (E gene) silent mutation 
d. NS1-53 Gly-to-Asp (nt-2579 G-to-A): major attenuation locus (in red) 
e. NS2A-181 Leu-to-Phe (nt-4018 C-to-T) 
f. NS3-250 Glu-to-Va] (nt-5270 A-to-T): major attenuation locus (in red) 
g. nt-5547 (NS3 gene) T-to-C silent mutation 
h. 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 

[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-Glu (nt-592 A-to-G), in bold 
b. NS5-412 Ile-to-Val (nt-8803 A-to-G), in bold 

ii'-R-S? -T, 32 J-DS-SJ sttsnusricii locus iwf. Di ISSP.i.- C) 
>&'-NC ] >C 

10 20 3d 40 50 SO ' 70 BO 90 100 110 120 
AGTTGTTAGTCTACGTGGACCGACAAAGACAGATTCTTTGAGOGAOCTAAGGTGAA'JGTAGTTCTAACAGTITTTTAATTAGAGAGGAGATGTGTGATGAATAACCAACGGAAAAAGGCG 

MNNQRKKA 

54 



WO 2014/150939 PCT/US2014/024603 

130 140 150 160 170 160 190 200 210 220 230 240 
AAAAACACGCCTTTCAATATGCIGAAACGCGAGAGAAACCGCGTGTCGACTGTGCAACAGCTGACAAAGAGATTCTCACTTGGAATGCTGCAGGGACGAGGACCATTAAAACTGTTCATG 
KMT PFN MLJCEE RNRVSTVQQIJTK. RFSLGMLQGRGPLKXJFM 

2SQ 2C0 270 280 290 300 310 320 330 340 350 360 
GCCCTfSGTGGCGT'rCCI'TCGTTTCCTAACAATCGGACGAACAGCAGGGATATTGAAGAGATGGGGAACAATTAAAAAATCAAAAGGTATTAATGT'lTTGAGAGGG-TTCAGGAAAGAGATT 
-ALVAFLR. FLT.IPPTAGILKRWGTIKKSKAI.NVLRGFRKBI 

>prM 
370 330 390 400 410 420 430 440 450 4G0 470 480 

GGAAGSATGCTGAACATCTTGAATAaSAGAGGCAGATCTGCAGGCAIVSATCATrATGCTGATTCGAAGAGTGATG'SCGTTCCAITTAACCAGAGGTAACGGAGAACOACAOATGATGGTG 
6RKLNILNRRRRSAGM I I HLIPTVMAFHLTTRNGEPHHIV 

490 500 510 520 530 S40 550 560 570 580 590 600 
AGCAGACAAGAGAAAGGGAAAAGTCTTCTGTTTAAAACAGAGGTTGGCGTGAACATGTGTACCCTCATGGCGATGGACCITGGTGAATTGTGTGAAGACAGAATGACGTACGAGTGTCGG 
SRQEKGKSLLFKTEVGVNMCTLMAMDLGELCEDTITYECP 

I I 
D2 PDK-53 specific prM-29 Val (wt D2 165B1 Asp, nt-524-A) Additional prM-52 Lys-to-GlU mutation (nt-592 A-to-G) 

S10 620 630 640 G50 650 670 680 690 700 710 720 
CtTCTCAGGCAGAATGAGCGAGAAGACATAGACTOTTGGTGCAAGTCTACGTCCACGTGGGTAACTTATGGGACCTCGTACCACCATGGGAGAACATAGAAGAGAAAAAAGATCAGTGGGA 
LLRQNEPEDI.DCWCHSTSTWVTYGTC TTM&EHRftEKRSVA 

730 740 750 760 770 780 790 800 610 820 030 840 
CTCGTTCCACATGTGGGAATGGGACTGGAGACAGGAACTGAAACATGGATGTCATGAGAAGGGGGCTGGAAACATGTCCAGAGAATTGAAACTTGGATCTTGAGACATCGAGGCTTCACG 
L VPH VGMGLETRTETHMSSEGAWK.HVQR IiTWIIiRHPGFT 

>E 
850 860 870 880 090 900 910 920 330 940 950 960 

ATGATGGCAGCAATCCTGGCATACACGATAGGAAGGACACATTTCCAAAGAGCCCTGATCrTCATCTTACTGACAGCTGTCACTCCTTCAATGACAATGCGTTGCATAGGAATGTCAAAT 
MMAAILAYTI GTTHFQRALIFILLTAV TPSMTMRCIGMSN 

I 
Engineered silent clone marker: nt-900 T-fco-C silent mutation 

970 930 990 1000 1010 1020 1030 1040 1050 1060 L07O 1080 
AGAGA.CTTTGTGGAAGGGGTTTCAGGAGGAAGCTGGGTTGACATAGTCTTAGAACATGGAAGCTGIX;TGACGACGATGGCAAAAAACAAACCAACATTGGATTT1GAACTGATAAA?LACA 
RDFVEGVSG£flWVDiVLB-HGSGVTTMAKHKPTLD-F. ELIKT 

1090 HOD 1110 1120 1130 1140 1150 1160 1170 1180 1190 1200 
GAAGCGAAACAGCCTGCCACCCTAAGGAAGTACTGTATAGAGGCAAAGGTAACCAACACAAGAACAGAATGTCGCTGCCCAACACAAGGGGAACCCAGCCTAAATGAAGAGGAGGAGAAA 
EAKQPATLRKYCIEAKLTNTTTESRCPTQGEPSLNEE.QDK 

1210 1220 1230 1240 1250 1260 1270 1200 1290 1300 1310 1320 
AGGTTCGTCTGCAAAGACTCCATGGTAGACAGAGGATGGGGAAATGGATGTGGACTATTTGGAAAGGGAGGCATTGTGACCTGTGCTATGTTCAGATGCAAAAAGAACATGGAAGGAAAA 
RPVCKHSMVDRGWGMGC'OLFOKOaiVTCAKFRCK. KSWEOK 

1330 1340 1350 1360 1370 1380 1390 1400 1410 1420 1430 1440 
GTTGTGCAACCAGAAAAGTTGGAATACACCATTGTGATAACACCTCACTCAGGGGAAGAGCATGCAGTCGGAAATGACACAGGAAAACATGGCAAGGAAATCAAAATAACACCACAGAGT 
VVQPENLEYTIVITPHSGEEHAVGNDTGKHGKEIKITPQS 

1450 1460 1470 1480 1490 1500 1510 2520 .1530 1540 1550 15S0 
TCCATCACAGAAGCAGAATTGACAGGTTATGGCACTGTCACAATGGAGTGCrCTCCAAGAACGGGCCTCGACTTCAATGAGATGGTGTTGCTGGAGATGGAAAATAAAGCTTGGCTGGTG 
S I TEA E L TGYGTVTM'ECS P RTGLD FNE MVLL Q HEN KAWLV 

1570 1580 1590 1600 1610 1620 1630 .1640 1650 1560 1670 1680 
CACAGGCAATGGTrCCTAGAGGTGCCGTrACCATGGTTGCCCGGAGCGGACACACAAGGGTCAAATTGGATACAGAAAGAGACATTGGTCACTTTCAAAAATCCCGATGCGAAGAAACAG 
HRQWFLDLP LPWLPGADTQGSNWIQKET LVTF K NPHAKKQ 

1690 1700 1710 1720 1730 1740 1750 1760 1770 1780 1790 1800 
GATGTTGTTGTTTTAGGATCCCy^GAAGGGGCCATGCACACAGCACTTACAGGGGCCACAGAAATCCAAATGTCATCAGGAAASTITACTCTTCACAGGACATC'ICAAGTGCAGGCTGAGA 
DVVVL GS QEGAMHTALTGATE I QMS S G NL LFTG HL K G RL R 

1810 1020 1830 1840 1850 1B60 1370 1880 1890 1900 1910 1920 
ATGGAGAAGCTACAGCTCAAAGGAATGTCATACTCTATGTGCACAGGAAAGTTTAAAGTTGTGAAGGAAATAGCAGAAACACAACATGGAACAATAQTTATCAGAGTGCAATATGAAGGG 
KDXLQLKGKSYSMCTGK.FKVVKEIAETQHGTIVIRVQYSG 

1930 1940 1950 1.960 1970 1980 1990 2000 2010 2020 2030 2040 
GACGQCTCTCCATGCAAGATCCCTTTTGAGATAATGGATTTGGAAAAAAGAGATGTCTTAGGTCGCCTGATTACAGTCAACCCAATTGTGACAGAAAAAGATAGGCCAGTGAAGATAGAA 
DGSPCKIPFEIMDLEK&HVLGRLITVNPIVTEKDSPVNIE 

2050 2060 2070 2000 2090 2100 2110 2120 2130 2140 2150 2160 
GCAGAACCTCCATTTGGAGACAGCTACATCATCATAGGAGTAGAGCCGGGACAACTGAAGCTGAACTGGTTrAAGAAAGGAAGnCTATCGGCCAAATGTTTGAGACAACAATGAGGGGG 
AEppFGDSYIIIGVEPGQLK.LNWFKKGSSI.GQMFS TTMIiG 

I 
D2 PDK-53 nt-2055-T silent mutation (D2 l5$8l: C) 

2170 2180 2190 2200 2210 2220 2230 2240 2250 2260 2270 2280 
GCGAAGAGAATGGCCATTTTAGGTGACAGAGCOTGGGATTriGGATGCrTGGGAGGAGTGTn'ACATCTATAGGAAAGGCTCTGCAGGAAGTCTTTGGAGCAATCTATGGAGGTGCCriG 
AKRMAILGDTAWDFGSLGGVFTS.IGKALHQVFGAIYGAAF 

2290 2300 2310 2320 2330 2340 2350 2360 2370 2330 2390 2400 
AGTGCGGTTTCAIGGACrATGAAAATCCTCATAGGAGTCATTATCACATGGATAGGAATGAATTCACGCAGCACCTCAClGTCTGTGACACTAGTATTGGTGGGAATTGTGACACTGTAT 
SGVSW TMK ILIGVIITWIGMNSRSTSLSVTLVLVGIVTL 

>N31 
2410 2420 2430 2440 2450 2460 2470 2480 2490 2500 2510 2520 

TTGGGAGTCATGGTGCAGGCCGATAGTGGTTGCGTTGTGAGCTGGAAAAACAAAGAACTGAAATGTGGCAGTGGGATTTTCATCACAGACAACGTGCACACATGGAGAC3AAGAATACAAG 
LGVMVQADSGCVVSWSCNKELKCGSGIPITDNVHTHTEQYK 

2530 2S4Q 2550 2560 2S7Q 2580 2590 2600 2610 2620 253D 2640 
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TCC<^C<^GAArCCCCTTCAAAACTAGCTTCAGCTATCCAGAAAGCCCATGAAGAGGACATTTGTGGAATCCGCTCAGTAACAAGACTGGAGAATCTGATGTGGAAACAAATAACACCA 
PQPBSPSKLASAICKAHEEWICGI RSVTRLENLMWKQITP 

D2 PUE-52 ilSl-S"i-Aep 5.T.tSDii3tioti Icctie D3 !lSSSli Gly. ciL-i i$"?9 - G; 

2650 2660 2670 2690 2690 2700 2710 2720 2730 2740 2750 27G0 
GAATTGAATCACATTCTATCAGAAAATGAGGTGAAGTTAACTATTATaACAGGAGACATCAAAGGAATCATGCAGGCAGGAAAACGATCrCTGCGGCCTCAGCCCACTGAGCTGAAGTAT 
E LM,HILSEKEViC .L TIMTGD2KG-IMQ ftGKR^LRP0PTELK;Y 

2770 2780 2790 2SOO 2S1Q 2G20 2830 2840 2850 2860 2870 2880 
TGATOGA?.flACATGGGGCAAAGCAAAAATGCT<7rCTACAGAGTCTCATAACCAOAGC:TTTCTCA,rrGATGGCCCCGAAACAGCAGAATGCCCCAACACAAATAGAGCr?rGGAATTCGTIG 
SWKTW G K A K M L ST E S II NQTF L I DGPETAECPNTNRAWNSL 

2890 29G0 2910 2920 2930 2940 2950 2960 2970 2930 2990 3000 
GAAGTTGAAGACrATGGCTTTGGAGTATTCACCACCAATATATGGCTAAAATTGAAAGAAAAACAGGATGTATTCTGCGAGTCAAAACTCATGTCAGCGGCCATAAAAGAGAACAGAGCC 
E VSDY GFGVF.T. TNIWL'KLKEKQ PVF CDSKLMSAAIKDNRA 

3010 3020 3030 3040 3050 3060 3070 3000 3090 3100 3110 3120 
GTCC&TGCCGATATGGGTTATTGGATAGAAAGTGCACTCAATGACACATGGAAGATAGAGAAAGCCTCTTTCATTGAAGTTAAAAACTGCGACTGGGCAAAATCACACACCCTCTGGAGC 
VHADM GYWIES ADNDTWKIEKA S F IEVK'tfCIIWPKSKTLHS 

3130 3140 3150 3160 3170 3180 3190 3200 3210 3220 3230 3240 
AATGGAG'rGCTAGAAAGTGAGATGATAATTGCAAAGAATGTCGGTGGACCAGTGTCTCAACACAAGTATAGACCAGGCTAGGATACAGAAATAAGAGGACCATGGGATGTAGGTAAGCTT 
WGVljESEMllP KNLAGPVSQHNYRPGYHTQ.ITGPW HLGKIj 

32S0 3260 3270 3280 3290 3300 3310 3320 3330 3340 3350 33S0 
GAGATGGACTTTGATTTCTGTGATGGAACAACAGTGGTAGTGACTGAGGACTGCGGAAATAGAGGACCOTCTTTGAGAACAAGCACTGCCTCTGGAAAACTCATAAGAGAATGGTGGTGC 
EKDPOFCDGTTVVVTEDCGNRG PSLRTTTASGK LITEWCC 

>NS2A 
3370 3390 3390 3400 3410 342Q 3430 3440 14.50 3460 3470 3430 

CGATCTTCCACATTACCACCGCTAAGATACAGAGGTGAGGATGGGTGCTGGTACGGGATGGAAATCAGACCATTGAAGGAGAAAGAAGAGAATTTGGTCAACTCCTTGGTCACAGCTGGA 
RSCTLPPLKYRGEDGCWYGMEIRPLKEKEBMLVNSLVTA.G 

3490 3500 3510 3520 3530 3540 3550 35S0 3570 3580 3590 3600 
CATGGGCAGGTCGACAACTTTTCACTAGGAGTGTTGGGAATGGCATTGTTCCTGGAGGAAATGCTTAGGACCGGAGTAGGAAOGAAAGATGCAATAGTACTAGTTGCAGTTTCTTTTGTG 
KGQVDNPSLGVLGMALFLEEMLRTRVGTKHAILLVAVSFV 

3&10 3620 3630 3640 3650 3660 3670 3680 3690 3700 3710 3720 
ACATTGATCACAGGGAACATGTCCTTTAGAGACCTGGGAAGAOTGATGGTTATGGTAGGCGCCACrrATGACGGATGACATAGGTATGGGCGTGACTTATCTTGCCCTACTAGCAGCCrEC 
TLlTaNMSFRDIiGRVMVMVGATM'TDDIGMGVTYLA.L&AAF 

3730 3740 3750 3760 3770 378D 3790 3BOO 3B10 3820 3930 3640 
AAAGTCAaACGAACTTTTGCAGCTGGACTACTCTTGAGAAAGCTGACCTCCAAGGAATTGATGATGACTAGTATAGGAATTGTACTCCTCTCCCAGAGCACCATACCyi.GAGACCATTCTT 
KVRPTFAAGLLLRKLTS KELMMTTIGIVL LSQSTIPEIPIL 

3850 3960 3B70 3880 3390. 3900 3910 3920 3330 3940 3950 3960 
GAGTTGACTGATGGGTTAGGCITAGGGATGATGGTCCTCAAAATGGTGAGAAATATGGAAAAGTATCAA'rrGGCAGTGACTATCATGGGTATCTTGTGCGTCCCAAACGGAGTGATA'rrA 
ELTDAL ALGMMVLKMVRNMEKY QLAVTIMAI LCVPNAVIL 

3070 3980 3990 4000 4010 4020 4030 4040 4050 4060 4070 4030 
CAAAACGCATSGAAASTGAGTTGCACAATATTGGCAGTGGTGTCCGTTTCCCCACrGrrCTTAAGATGCTGACAGCAAAAAACAGATTGGATACGATTAGGATTGACGATCAAAGGTCTC 
<2NAWKVSCT_ILAVVSVSPLFIirSSQQK.TDWI£5LALTIKGL 

i 
D2 PDK-53 specific NS2A-lBl-Phe {wt D2 lS681s Leu, nt-4018-C) 

>NS2B 
4090 4100 4110 4120 4130 4140 4150 4160 4170 4100 4190 4200 

AATCCAACAGCTATnTTCTAACAACCCTCTCAAGAACCAGCAAGAAAAGGAGCTGGCCATTAAATGAGGCTATCATGGCAGTCGGGATGGTGAGCATTTTAGCCAGrTCTCTCCTAAAA 
NPTAI FL T TLS ..RTS KK RS WPLN E A I MAVGMV S I LAS S LL K 

4210 4220 4230 4240 4250 4260 4270 42B0 4290 4300 4310 4320 
AATGATATTCCCATGACAGGACCATTAGTGGCTGGAGGGCTCCTCACTGTGTGCTACGTGCTCACTGGACGATCGGCGGATTTGGAACTGGAGAGAGCAGCCGATGTCAAATGGGAAGAC 
NDIPMTGPLVAGGLLTVCYVLTGRSADLELERAADVKWED 

4330 4340 4350 4360 4370 4380 4390 4400 4410 4420 4430 4440 
CAGGCAGAGATATCAGGAAGCAGTCGAATCCTGTCAATAACAATATCAGAAGATGGTAGCATGTCGATAAAAAATGAAGAGGAAGAACAAACACTGACCATACTCATTAGAAGAGGATTG 
QAEIS GSSPJTL SITIS EDGS.MS I KN EEEEQTLTILIRTGL 

>NS3 
4450 4460 4470 4480 4490 4500 4510 4520 4530 4540 4550 4550 

CTGGTGAl'CTGAGGACTTTITCCTGTATGAATACCAATCACGGGAGCAGCATGGTACCTGTGGGAAGTGAAGAAAGAACGGGCCGGAGTATTGTGGGATG'I'TUG'I'ICACCCCCACCCATG 
LVlSGLFPVSIPITAAAMYLWEVKKQRAGVr.MDVPSPPPM 

4570 4580 4590 4600 4S10 4620 4S30 4640 4650 4660 4670 4680 
GGAAAGGCTGAACTGGAAGATGGAGOCTATAGAATTAAGGAAAAAGGGATTCTTGaATATTCCCAGATCGGAGCCGGAGTTTACAAAGAAGGAACATTOCATACAATGTGGGATGTCACA 
GKAELEDGAYRIKQTCGILGYSQIGAGVYKEG'EFHTMWHVT 

4690 4700 4710 4720 4730 4740 4750 4760 4770 4780 4790 4B00 
CGTGGCGCTGITCTAATGQATAAAGGAAAOAGGATTGAACCATCATGGGCGGACGTCAAGAAAGAGCTAATATCATATGGAGGAGGCTGGAAGTTAGAAGGAGAATGGAAGGAAGGAGAA 
RGAVLKHKGKRIEPSWADVKKDI>ISYGGGWKL£GEWKEGE 

4010 4820 4830 4940 4850 4G60 4870 4880 4890 49G0 4910 4920 
GAAGTGGAGGTATTGGCACTGGAGCCrGGAAAAAATCCAAGAGGCGTCCAAACGAAAGCTGGTClTTTCAAAACCAACGCCGGAACAATAGGTGCTGTATCTCTGGACTITTCTCGTGGA 
EVQVLALEPGKNPRAVQTKPGL F KTNAGTIG AVSLDFSPG 

4 930 4940 4950 4960 4970 4980 4990 5000 5010 5020 5030 5040 
ACGTCAG<rATCTCCAATTATCGACAAAAAAGGAAAAGTTGTOGGTCTTTATGGTAATGGTGTTGTTACAAGGAGTGGAGCATATG'rGAGTGCTATAGCCCAGACTGAAAAAAGCATTGAA 
TS GSP I I DKKGKVVGLY G N GVVTRSGAY. VSAIAOTEXS I E 

5050 5060 5070 5080 S090 5100 5110 5120 5130 5140 5150 E160 
GACAACCCAGAGATCGAAGATGACATT'nCCGAAAGAGAAGACTGACCATCATGGACCTCCACCCAGGAGCGGGAAAGACGAAGAGATACCTTCCGGCCATAGTCAGAGAAGCTATAAAA 
DNPEIEDDIFRKRRLTIMDLHP GAGKTKRYLPAIVREAIK 
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5170 5180 5190 5200 5210 5220 5230 5240 S250 5260 5270 5280 
CGGGGTrTGAGAACATTAATCTTGGCCCCCACTAGAGTTGTGGCAGCTGAAATGGAGGAAGCCCTTAGAGGACTTCCPiATAAGATAGCAGAGCCCAGCCATCAGAGCTGTGCACACCOGG 
RGLRT IJILAPTRVVAAEMEEALRGLPI RYQT PAIR AV HTG 

i>2 I-.DX-S3 S&3* 250 -Vfa'i l--5rtua i"Q< Glu- "t-527 0-R.i 

5290 5300 5310 5320 5330 5340 5350 5360 5370 5380 5390 5400 
CGGGAGATTGTGGACCTAATGTGTCATGCCP.CATTTACCATGAGGCTGCTATCACCAGTTAGAGTGCCAAACTfiCAACCTGATTATCAT(5GACGAAGCCCATTTGA<ZAGACCCAGCAAGT 
H.E I V .DLMCHAT FTKSLIrS PVRV PNYNL I I KDEAHFTD PAS 

5410 5420 S430 5440 5450 5460 5470 5400 5490 5500 5510 5520 
ATAGCAGCTAGAGGATACATCTCAACTCGAGTGGAGATGGGTGAGGGAGCTGGGATTTTTATGACAGCCACTCCCCCGGGAAGCAGAGACCGATTTCCTGAGAGCAATGCACCAATCATA 
I ' A ' A ft G Y I S TR V E M G E AA G IFMTATPPG SRPPFPQS.WA PI I 

5530 5540 5550 5560 557Q 5580 5590 5600 S610 5620 5630 5640 
GATGAAGAAAGAGAAATCCCTGAACGCTCGTGGAACTCCGGACATGAATGGGTCACGGATTTTAAAGGGAAGAOTGTTTGGTTCGTTCCAAGTATAAAAGCAGGAAATGATATAGCAGCT 
D EERE I PERS WNSGHEWVTD F K.GKTVW PVPS I KAGND I A A 

i 
112 PDK-53 silent ICUtation nt-5547-C (D2 lffGBls T) 

5650 5660 5670 5680 5630 5700 5710 5720 5730 5740 5750 5760 
TGCCTGAGGAAAAATGGAAAGAAAGTGATAGAACTCAGTAGGAAGACCTTTGATTCTGAGTATGTCAAGACTAGAACCAATGATTGGGACTTCGTGGTTACAACTGACATTTCAGAAATG 
CLRKNGK'KVIQLSRKTFDSEYVKTRTWDWDFVVTTDISEM 

5770 57SO 5790 5800 5010 5820 5930 5840 5850 5860 5B70 5880 
GGTGCCAAlTTCAAGGCTGAGAGGGTTATAGACCCCAGAGGGTGCATGAAACCAGTCATACTAACAGATGGTGAAGAGCGGGTGATICTGGCAGGACCTATGCCAGTGAGCCACTCrAGT 
G ANF K.AERVI^ DPRRCMK.PVI^LTDGEERVILAGPMPVTHSS 

5890 5900 5910 .5920 5930 5940 5950 5960 5970 5980 5990 6000 
GCAGCACAAAGAAGAGGOAGAATAGGAAGAAATCCAAAAAATGAGAATGACCAGTACATATACATGGGGGAACCTCTGGAAAATGATGAAGACTGTGCACACTGGAAAGAAGCTAAAATG 
A AQRRGRI GRNPKN ENDQYIYMGEPL ENDEDCAHKKEAKM 

6010 6020 6030 5040 6050 6060 6070 &O0O 6090 6100 6110 €120 
CTGCTAGATAACATGAACACGCCAGAAGOAATCATTCCTAGCATGTTCGAACCAGAGCGTGAAAAGGTCGATGCCA'n'GATGGCGAATACCfGCTTGAGAGGAGAAGCAAGGAAAACGTTT 
LLDNI MT P EGI I P 5 HP E P ERE KV D 'A I D GEYR L R G E AR.KT F 

6130 6140 6150 6150 €170 6180 6190 6200 6210 6220 6230 6240 
GTAGACTTAATGAGAAGAGGAGACCTACCAGTGTGGTTGGCCTACAGAGTGGCAGCTGAAGGCATCAACTACGCAGACAGAAGGTGGTGTTTTGATGGAGTCAAGAACAACCAAATCCIA 
VDLMRRGDLPVWLAYRVAAEGINYADRRWCFDGVKNNQIL 

5250 626CF 6270 6280 6290 6300 6310 6320 6330 6340 5350 6360 
GAAGAAAACGT-GGAAGTTGAAATGTGGAGAAAAGAAGGGGAAAGGAAGAAATTGAAAC:CCAGATGGTTGGATGCTAGGATGTATTCTGACCCACTGGCGCTAAAAGAATTTAAGGAATTT 
EENVBVE1HTECEGE RKKLK.PRWLDAR1YSDPLALKEFKE P 

>N34A 
6370 £300 6390 6400 6410 6420 6430 5440 5450 .6460 6470 5480 

GCAGCCGGAAGAAAGTCTCTGAGCCTGAACCTAATCACAGAAATGGGTAGGCTCCCAACGTTCATGACTCAGAAGGCAAGAGACGCACTGGACAACtTAGCAGTGGTGCACACGGCTGAG 
AAGRKSLTLNLITEHGRLPTFMTQKARDALDNLAVLHTAE 

6490 S500 6510 6520 6530 6540 6550 6560 6570 6580 6590 6600 
GCAGGTGGAAGGGGGTACAACCATGGTCTCAGTGAACTGCCGGAGACCGTGGAGACATTGCTTITACTGAGACTTCTGGCTACAGTCACGGGAGGGATCTTTTTATTCTTGATGAGGGCA 
AGGRAYNHA LSE LPETIIETLLLLTLLAT VTGG IPLFLMSA 

I 
D2 PDK-53 specific MS4A-75-Ala (wt D2 16561} Gly, nt-6599-Gl 

6610 6620 6630 6540 6650 6660 6670 6SS0 6690 6700 6710 6720 
AGGGGCATAGGGAAGATGACCCTGGGAATGTGCTGCATAATCACGGCTAGCATCCTCCTATGGTACGCACAAATACAGCCACACTGGATAGCAGCTTCAATAATACTGGAGTTTTTTCTC 
RGIGKMTLGMCd lITASIIiLWYAQIQPHW XAAS IILE5,FIj 

>N94B 
6730 6740 6750 6760 6770 6780 6790 6800 6810 6820 6B30 6B40 

ATAGTTTTGCTTATTGCAGAACCTGAAAAACAGAGAACACCCCAAGACAACCAACTGACCTACGTTGTCATAGCCATCCTCACAG'rGGTGGGGGGAACCATGGCAAACGAGATGGG'ITTC 
IVLLIPEPEKQRTPQDHQLTYVVIAILTVVAATMA NEMGF 

685Q 6860 .6870 6880 6890 6900 6910 6920 6930 6940 6950 6960 
CTAGAAAAAACGAAGAAAGATCTCGGATTGGGAAGCATTGCAACCCAGCAACCCGAGAGCAACATCCTGGACATAGATCTACGTCCTGCATCAGCATGGACGCTGTATCCCGTGGCCACA 
LEKTKKDLGLGSIATQQPESNILDIDLRPASAWTLYAVAT 

6970 69B0 6990 7000 7010 7020 7030 7040 7050 7060 7070 7080 
ACATITGTTAGACCAATGTTGAGACATAGCATTGAAAATTCCTCAGTGAATGTGTCGCTAACAGCIATAGGCAACCAAGCCACAGTGTTAATGGGTCTGGGGAAAGGATGGGCAOTGTGA 
TFVTPMLRHSIBHasVUVE.LTAlAafQATV-LMGLG KGWPLS 

7090 7100 7110 7120 7130 7140 7150 7160 7170 7180 7190 7200 
AAGATGGACATCGGAGTTCCCCTTCT^CCATTGGATOCTACTCACAAGTCAACCCCATAA^.CTCACAGCAGCTCTITTCTTATTGGTAGCACATTATGCCATCATAGGGCCAGGACIC 
K MDIGVPLLAIGCYSQVHPI_TLTA A LPLLVAHYAI IGPGL 

7210 7220 7230 7240 7250 7260 7270 7280 7290 7300 7310 7320 
CAAGCAAAAGCAACCAGAGAAGCTCAGAAAAGAGCAGCGGGGGGGATCATGAAAAACCCAACTGTCGATGGAATAACAGTGATTGAGCTAGATCGAATACCTTATGATCCAAAGrrTGAA 
QAKATREAQKRAAAGIMKNPTVDGITVIDLDPIPYDPKFE 

7330 7340 7350 73G0 7370 7380 7390 7400 7410 7420 7430 7440 
AAGCAGTTGGGACAAGTAATGCICCTAGTCCT<^GCGTGACTCAAGTATTGATGATGAGGACTACATGGGCTCTGTGTGAGGCTTTAACCTTAGCTACCGGGCCCATCTCCACATTGTGG 
KQLGQVMLLVLCVTQVLHMRTTWALCEAt.TLATOPISTLW 

7450 7460 7470 7480 7490 7500 7510 7520 7530 7540 7550 7560 
GAAGGAAATGCAGGGAGGTTTKSGAACACTACCArrGCGGTGTGAAtGGGTAACATTTTTAGAGGGAGTTAGXTGGCCGGAGCTGGACTTGTCTTTTCTATTATGAAGAAGACAACCAAC 
EGNPGRFWNTTIAVSMAN IFRGSYLAGAGLLFSIMKNTTN 

?NS5 
7570 7580 7590 7600 7610 7620 7630 7S40 7650 7660 7670 7680 
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ACAAGAAGGG-GAACTGGCAACATAGGAGAGACGCTTGGAGAGAAATGGAAAAGCCGATTGAACGCATTGGGAAAAAGTGAATTCCAGATCTACAAGAAAAGTGGAATCCAGGAAGTGGAT 
TRR GTGH1GETLGEKWKS RLNALGKSEFQI_YKKSG IQEVD 

7690 7700 7710 7720 7730 7740 7750 7760 7770 7780 7790 7800 
AGAACCTTAGCAAAAGAAGGCATTAAAAGAGGACAAACCGACCATCACGCTGTGTCGCGAGGCTCAGCAAAACTGAGATGG.TTCGTTGAGAGAAACATGGTCACACCAGAAGGGAAAGTA-
RTLAKEGIKRGETDHHAVSRGS AKLRWEVERNMVTPEGKV 

7B1Q 7820 7830 7840 7850 7860 73*70 7080 7890 7900 7910 7920 
GTGGACGTCGGTTGTGGCAGAGGAGGGTGGTCATACTATTGTGGAGGACTAAAGAATGTAAGAGAAGTCAAAGGCCTAACAAAAGGAGGACCAGGACAGGAAGAACCCATGGGGATGTGA 
VDLGC GRG G WSYYCG GLKNVR. EVKG LTKGG eGHEEPI PUS 

7930 79-10 7950 7960 7970 7980 7990 8000 8010 8020 0030 8040 
ACATATGGGTGGAATCTAGTGCGTGTTCAAAGTGGAGTTGACGTTTTCTTCATCCCGCCAGAAAAGTGTGAGACATTATTGTGTGACATAGGGGAGTCATCACCAAATCCCACAGTGGAA 
TYGWNLVRLQSGVDVFF IPPEKCDTLL CDIGESSPNPTV E 

8050 8060 8070 8000 B090 81QC 0110 3120 0130 3140 8150 B160 
GCAGGACGAACACIGAGAGTGCITAACTTAGTAGAAAATTGGTTGAACAACAACACTCAATTTTGCATAAAGGTTCTGAACCGATATATGGCCTCAGTCATAGAAAAAATGGAAGCACTA 
A G R L ft. V tiKL VSNWIjHNH'TQ F C I K V LM P YKP S V IE KMEAL 

8170 8180 8130 8200 B210 8220 0230 8240 6250 8260 8270 8230 
CAASaGAAATATGGAGGAGCCTTAGTGAGGAATCCACTCTCACGAAACTCCACACATGAGATGTACTGGGTATCCAATGCTTCCGGGAAGATAGTGTCATCAGTGAACATGATTTCAAGG 
QRXYGGALVRNPLSRN.STHEMYWVSNASGNIVSSVNMISR 

8290 8300 8310 8320 B330 8340 8350 8360 8370 83B0 8390 8400 
ATGTTGATCAACAGATTTACAATGAGATACAAGAAAGCCACITACGAGGGGGATGTTGACCTCGGAAGGGGAACCCGTAACATCGGGATTGAAAGTGAGATAOCAAACCTAGATATAATT 
HLI NRFTM RYKKATYEPDVDLGSGTR NIG IESEIPNLDII 

8410 8420 8430 8440 8450 8460 8470 8480 8490 8500 8510 B520 
GGGAAAAGAATAGAAAAAATAAAGCAAGAGCATGAAACATCATGGCACTATGACCAAGACCACCCATACAAAACGTGGGCATACCATGGTAGCTATGAAACAAAACAGACTGGATCAGCA 
GKRIEK.IJCQEJIETSWHYDQDHPY KTWAYHGSY ETKQTGSA 

8530 8540 8550 8550 8570 858D 8590 8600 8610 8620 8630 8540 
TCATCCATGGTCAACGGAGTCGTCAGGGTGGTGACAAAACCTTGGGACGTCGTCCCCATGGTGACACAGATCGCAATGACAGACACGACTCCAITTGGACAACAGCGCGTTTTTAAAGAG 
SSMVNGVVRLLTKPWDVVPMVTQMAMT'OTTPFG-QQRVF K E 

8650 8650 0670 8680 8690 8700 8710 8720 8730 9740 8750 3760 
AAAGTGGACACGAGAAGCCJAAGAACCGAAAGAAGGCACGAAGAAACTAATGAAAATAACAGGAGAGTGGCrrTTGGAAAGAATTAGGGAAGAAAAAGACACCCAGGATGTGCACCAGAGAA 
KV DTRTQEPECEGTKKLM KITA BWL WKELGK. KK TPRMCTRB 

8770 8780 B790 88C0 8810 8820 8830 8340 9.850 8B60 8870 8880 
GAMTCACAAGAAAGaTGAGAAGCAATQCASCCT^{KX30GCCGTATTCACTGATGAGAACAA&TGGAAGTCGGCACGTGAGGCTGTTGAAGATAGTAGGTTTT<^GAGCTGGT^GACAAG 
EFTRKVRS N AAIJGAVFT DEWKWKSAREA VEDS RFWEJJVDK 

I 
Additional N95-412 Ilo-tO-Val (tlt-3803 A-to-G) mutation in master and pre-MASter Seed 

8890 8900 8910 8920 0930 8940 8950 39SQ B970 89S0 3990 9000 
GAAAGGAATCTCCATCTTGAAGGAAAGTGTGAAAGATGTGTQTACAACATGATGGGAAAAAGAGAGAAGAAGCTAGGGGAATTCGGGAAGGCAAAAGGCAGCAGAGCCATATGGIACATG 
ER HL HLEGKCETCVYNMHG KRE KKLGEF GKAKGSRAI W Y M 

9010 9020 9030 9040 9050 9060 9070 9030 9090 9100 9110 9120 
TGGCTTGGAGCACGCTTCTTAGAGTTTGAAGCCCTA^ATTCTTAAATGAAGATCACTGGTTCTCCAGAGAGAACTCCCTGAGTGGAGTGGAAGGAGAAGCGCTGCACAAGGTAGGTTAC 
WLG AR FL BF EALGFLNEDHWFSR.EaSLSGVEGE GLKKLGY 

9130 9140 9150 9160 9170 9180 9190 9200 9210 9220 9230 9240 
ATTCTAAGAGACGTGAGCAAGAAAGAGGGAGGAGGAATGTATGCCGATGACACCGCAGGATGGGATACAAGAATCACACrAGAAGACCTAAAAAATGAAGAAATGGTAAGAAACCACATG 
I L R D V S KK EGGAMYADDTAG WDTRITLEDLKNE E MVTNHM 

9250 92SQ 9270 9280 9290 9300 9310 9320 9330 9340 9350 9360 
GMGGAGAACACAAGAMCTAGCCGAGGGCA'ITTTCAAAGTAACGTACCAAAACAAGGTGGTGCGTGTGCAAASACCAACACCAAGAGGCACAGTAATGGACATCATATCGAGAAGAGAC 
EGEHK'KIIAEAIFKLTYQNK. VVRVQRPTPRGTVMDIISRRD 

937C 9380 9390 9400 9410 9420 9430 9440 9450 9460 9470 9480 
CAAAGAGGTAGTGGAGAAGTTGGCACCTATGGACTCAATACTTTQACCAATATGGAAGCCCAACrAATCAGACAGATGGAGGGAGAAGGAGTCTTTAAAAGCATrCAGCACCTAACAATG 
QRGSGQVGT. YG LNTFTHME AQLIRQMEGEGV FKSIQHIJTI 

3490 9500 9510 9S20 9530 .3540 9550 9560 9570 9500 9590 9600 
ACAGAAGAAATCGCTGTGCAAAACTGGTTAGCAAGAGTGGGGCGCGAAAGGTTATCAAGAATGGCCATCAGTGGAGATGATTGTGTTGTGAAACCTTTAGATGACAGGTTCGCAAGCGCT 
TE EIA VQNWLA RVGRER LSRMA ISGDDCVVK.PLDDRFASA 

9S1Q 9620 9C30 9640 9650 9660 9670 9680 9690 9700 9710 9720 
TrAACAGCTCTAAATGACATGGGAAAGATTAGGAAAGACATACAAGAATGGGAACCTTCAAGAGGATGGAATGATTGGACACAAGTGGCGTTCTGTTCACACCATTTCCATGAGTTAATG 
LTALNDHOKIR.K.DIQQWEPSR-GWNOWTQVPFCSHUFHELI 

973{1 9740 9750 9760 9770 9730 9790 9800 981D 9820 9830 9B40 
ATGAAAGACGGTa^GGTACTGnTTGITCCATGTAGAAACCAAGATGAAGTGATTGGGAGAGCCCGAATCTCCCAAGGAGCAGGGTGGTCTTTGCGGGAGACGGCCrrGrrTGGGGAAGTCT 
MKDGRVLVVPCRN QDELIGRARISQGAGWSLRE TACLG KS 

9850 9860 9970 9330 3890 990D 9910 9920 9930 9940 9950 9960 
TACGCCCAAATGTCGAGCTTGATGTACrTTCCACAGACGCGACCTCAGGCTGGCGGCAAATGCTA'nTGCTCGGGAGTACCATGACATTGGGTTCGAACAAGTGGAACAACCTGGTCCA'rA 
YAQMWSLMYFHRRDLR LAANAIC SAVPSHWVPTSRTTWSI 

9970 9980 9990 10000 10010 10020 10030 10040 10050 10060 10070 1008C 
CATGCTAAACATGAATGGATGACAACGGAAGACATGGTGACAGTCTGGAACAGGGTGTGGATTCAAGAAAACCCATGGATGGAAGACAAAACTGCAGTGGAATGATGGGAGGAAATGCHGA 
HAKHfiWMTTEDHLTVW-SrRVWIQENPWMEDKTPVESWEEIP 

10090 10100 10110 10120 10130 10140 10150 10160 10170 10130 10190 10200 
TACTTGGGGAAAAGAGAftGACCAATGGTGCGGC'tCftTTGATIGGGTTAAGAAGGAGGGGCACGTGGGGAAAGAAGATCCAAGCAGGAATAAATCAAGTTAGATCCC'rTATAGGGAATGAA 
YL GKREDQWCG SLIGLTSRAT WAK HIQAAINQVRSLIGNE 

>3 * -NC 
10310 10220 10230 10240 10250 10260 10270 10230 10290 10300 10310 1032Q 

GAATACACAGATTACATGCCATCCATGAAAAGATTCAGAAGAGAAGAGGAAGAAGCAGGAGTTCTOTGGTAGAAAGCAAAACTAACATGAAACAAGGCTAGAAGTCAGGTCGGATTAAGC 
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EYTDYMPBMKRFRREEE EAGVLW 

10330 10340 10350 103S0 10370 10330 10390 10400 L0410 10420 10430 10440 
CATAGTACGGAAAAAACTATGCTIACCrGTGAGCCCCGTCCAAGGACGTTAAAAGAAGTCAGGCCATCA.TAaATGCCRTAGCTTGAGTAAACTA'IGCAGCCTGTAGCTCCAGCTGAGAAGG 

1Q4S0 10460 10470 10480 10490 10500 10510 10520 1D530 10540 10S50 10560 
TGTAAAAAATCC&SGAGGCCACAAACCATGGAAGCTGTACGCAI'GGCGTAGTGGACTAGCGGTTAGAGGAGACCCCTCCCTTACAAATCGCAGCAACAATGGGGGCCCAAGGCGAGA.TGA 

1Q570 105BO 10590 10600 10610 10G2D 10G3Q 10640 10650 1CGS0 10670 10680 
AGCTGTAGTCTCGCTGGAAGGACTAGAGGTTAGAGGAGACCGCGCGGAAACAAAAAACAGCATATTGACGCTGGGAAAGACCAGAGATCCTGCTGTCTCCTCAGCATCATTCGAGGCAGA 

10S90 10700 10710 10720 
GAACGGCAGAAAATGGAATGGTGGTGTTGAATCAAGAGGTTCT 

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 fromNgoMIV is 6 nt 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 Proem: 

[000163] Junction sites: 
a, fvThil (nt 451-456): engineered silent mutation, nt-453 A-to-G 
b. NgoMIV (nt 2374-2379): engineered mutationsf nt-2375/23 76TG-to-CC 

(resulted in E-480 Val-to-Ala change) 

[000164] D2 PDK-53 virus backbone (change from wt D2 16681): in bold 
a. 5-noncoding region(NCR)-57 (nt-57 C-to-T): major attenuation locus fin red) 
b. NS1-53 Gly-to-Asp (nt-2573 G-to-A): major aitsrmrkm locus (in red) 
c. NS2A-181 Leu-to-Phe (nt-4012 C-to-T) 
d. N33-250 Glu-to-Val (nt-5264 A-to-T): major attenuation locus (in red) 
e. nt-5541 (NS3 gene) T-to-C silent mutation 
f. 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 

[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 

[000166] 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) 

> S'-Koncoding Region 
10 20 

KCR-57-T, £2 P3K-53 loeus twt l£S£i:C:} 

10 20 30 40 50 SO 70 80 90 100 
AGrrGTTAGTCTACGTGGACCGACAAAGACAGATTCTTTGAGGGAGCTAAGCTCAATGTAGTTCTAACAGTTTTTTAATTAGAGAGCAGATCTCTGATGA 

\<r *T 

> c 
100 

M N 

59 



WO 2014/150939 PCT/US2014/024603 

110 120 130 140 ISO 160 170 180 190 200 
ATAACCAACGGAAAAAGGCGAAAAACACGCCTnCAATATGCTGAAACGCGAGAGAAACCGCGTGTCGACTGTGCAACAGCTGACAAAGAGATTCTCACT 

NQRKKAK NTP FH M L KR E K W R V S TVQQL T K R F S L 

210 220 230 240 250 260 270 280 230 300 
TGGAATGCTGCAGGGACGAGGACCATTAAAACTGTTCATGGCCCTGGTGGCGTTCCTTCGTTTCCTAACAATCCCACCAACAGCAGGGATATTGAAGAGA 
GMLQGRGPLKL FMALVAF LRFLTI P P T A G I L EC R 

310 320- 330 340 350 360 370 380 330 400 
TGGGGAACAATrAAAAAATCAAAAGCTATTAATGTTTTGAGAGGGTTCAGGAAAGAGATTGGAAGGATGCTGAACATCTTGAATAGGAGACGCAGATCTG 
WGTIKKSK AI NVL RGFRK EIGRMLNILNRRRRS A 

> prM Beginning of D3 16562 sequence 
410 420 430 440 450 1460 470 480 430 500 

CAGGCATGATCATTATGCTGATTCCAACAGTGATGGCGTT.CCATrTAACCffg^feSjGATGGAGAGCCGCGCATGATTGTGGGGAAGAATGAAAGAGGAAA 
G M I IMLI PTVMAFHLT T* R""D GBPRMIVGKNERGEC 

Engineered splicing site (nt-453 A-to-G silent mutation) 

510 520 530 540 550 560 570 580 530 600 
ATCCCTACTTTTCAAGACAGCCTCTGGAATCAACATGTGCACACTCATAGCTATGGATCrGGGAGAGATGTGTGATGACACGGTCACTTACAAATGCCCC 
SLLFK. TASGINMCTLEAMDLG EMCDDTVTYKC P 

I 
Silent: C-to-T nt mutation as clone marker 

610 620 630 640 650 660 670 680 630 700 
CACATTACGGAAGTGGAGCCTTGAAGACATTGACrGCTGGTGCAACCTTACATCGACATGGGTGACTTATGGAACATGCAATCAAGCTGGAGAGCATAGAC 
HrTEVE .PEDI DCWCN LTST W VT YGTCHQAGEH RR 

> M 
710 720 730 740 750 760 770 780 790 600 

GCGATAAGAGATCAGTGGCGTTAGCTCCCCATGTTGGCATGGGACTGGACACACGCACTCAAACCTGGATGTCGGCTGAAGGAGCTTGGAGACAAGTCGA 
DKRSVALAPH VGMGLDTRTQTWMSAEGAWRQVE 

810 820 830 840 850 860 870 880 890 900 
GAAGGTAGAGACATGGGCCCTTAGGCACCCAGGGTTTACCATACTAGCCCTAT'1"1'C11'1'GCCCATTACATAGGCACTTCCTTGACCCAGAAAGTGGTTATT 
KVETWALRHPGFTILALFLAH YI GTSLTQKVVI 

5. E 
910 920 930 940 950 360 970 980 990 1000 

TTTATACTATTAATGCTGGTTACCCCATCCATGACAATGAGATGTGTAGGAGTAGGAAACAGAGATTTTGTGGAAGGCCTATCGGGAGCTACGTGGGTTG 
FILLMLVTPSMTHRCVGVGHRDPV-EGLSGATMVD 

1010 1020 1030 1040 1050 1060 1070 1080 1090 1100 
ACGTGGTGCTCGAGCACGGTGGGTGTGTGACTACCATGGCTAAGAACAAGCCCACGCTGGACATAGAGCTTCAGAAGACCGAGGCCACCCAACrGGCGAC 
V'VtEHGGCVTTMA-KNKPTLDIELQKTEATQLAT 

1110 1120 1130 1140 1150 1160 1170 1180 1190 1200 
CCTAAGGAAGCTATGCATTGAGGGAAAAATTACCAACATAACAACCGACTCAAGATGTCCCACCCAAGGGGAAGCGATTTTACCTGAGGAGCAGGACCAG 
LRKLCIEGKITNITTDS RCPTQGEAI L P EEQDQ 

1210 1220 1230 1240 1250 1260 1270 1280 1290 1300 
AACTACGTGTGTAAGCATACATACGTGGACAGAGGCTGGGGAAACGGTTGTGGTTTGTTTGGCAAGGGAAGCTTGGTGACATGCGCGAAATTTCAATGTT 
KYVCECHTYV DR.GWGNG C~ GLFGKGSLVT C A EC F Q C L 

1310 1320 1330 1340 1350 1360 1370 1380 1390 1400 
TAGAATCAATAGAGGGAAAAGTGGTGCAACATGAGAACCTCAAATACACCGTCATCATCACAGTGCACACAGGAGACCAAgACCAGGTGGGAAATGAAAC 
ESIEGKVVQHENLKYTV I I TV HTGDQHQ VGHET 

1410 1420 1430 1440 1450 1460 1470 1480 1490 1500 
GCAGGGAGTCACGGCTGAGATAArACCCCAGGCATCAACCGCTGAAGCCATTTTACCTGAATATGGAACCCTCGGGCTAGAATGCTCACCACGGACAGGT 
QGVTAEITPQASTAEA I L P EYGTLGLECS PRTG 

1510 1520 1530 1540 1550 1560 1570 1580 1590 1600 
TTGGATrTCAATGAAATGATCTCATTGACAATGAAGAACAAAGCATGGATGGTACATAGACAATGGTTCTTTGACTTACCCCTACCATGGACATCAGGAG 
LDFNEMISLTMKNKAWMVHRQWFFDLPLPWTSGA 

1610 1620 1630 1640 1650 1660 1670 1680 1690 1700 
CTTCAGCAGAAACACCAACTTGGAACAGGAAAGAGCT.TCTTGTGACATTTAAAAATGCACATGCAAAAAAGCAAGAAGTAGTTGTTCTTGGATCACAAGA 
SAETPTWNRKE LLVTFKNAHAKKQEVVVLGSQE 

i 
Additional E-233 Thr-to-Ser mutation (wt D3 16562 s nt-1603 A) in master and pre-master seed 

1710 1720 1730 1740 1750 1760 1770 1780 1790 1800 
GGGAGCAATGCATACAGCACTGACAGGAGCTACAGAGATCCAAACCTCAGGAGGCACAAGTATCTTTGCGGGGCACTTAAAATGTAGACTCAAGATGGAC 

60 
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GAMHTALTGATEIQTSGG TSIFAGHLKCRLKMD 

1810 1820 1830 1840 1850 1860 1870 1S80 1890 1900 
AAATTGGAACICAAGGGGATGAGCTATGCAATGTGCTTGAGTAGCTTTGTGTTGAAGAAAGAAGTCTCCGAAACGCAGCATGGGACAATACTCATTAAGG 
KLELKGMSYAMCLSSFVLKKEVSETQ.HGTILI KV 

1910 1920 1330 1940 1950 1360 197.0 1980 1930 2000 
TTGAGTACAAAGGGGAAGATGCacCCTGCAAGATTCCTTTCTCCACGGAGGATGGACAAGGAAAAGCTCTCAATGGCAGACTGATCACAGCCAATCCAGT 
EYKGEDAPCKIPFSTEDGQGKALN GRLITANPV 

I 
Engineered 3-345 His-to-Leu (wt D3 16562: nt-1970-A) for efficient growth 

2010 2020 2030 2040 2030 2060 2070 2080 2090 2100 
GGTGACCAAGAAGGAGGAGCCTGTCAACATTGAGGCTGAACCTCCTTTTGGAGAAAGTAACATAGTAATTGGAATTGGAGACAAAGCCCTGAAAATCAAC 
VTKKEE PVH I E A E P PFG'EfiNIVI. GI GDKALKI N 

2110 2120 2130 2140 2150 2160 2170 2180 2150 2200 
TGGTACAAGAAGGGAAGCTCGATTGGGAAGATGTTCGAGGCGACTGCCAGAGGTGCAAGGCGCATGGCCATCTTGGGAGACACAGCCTGGGACTTTGGAT 
WYKKGSSIGKMFEATARGARRMAILGDTA WDFGS 

2210 2220 2230 2240 2250 2260 2270 2280 2290 2300 
CAGTGGGTGGTGTlTTGAATTCATTAGGGAAAATGGTCCACCAAAlATTTGGGAgTGCTTACACAGCCCTATTTGGTGG&GTCTCCTGGATGATGAARAT 
VGGVLNSL GKM VHQIFGSAYTA LFGGVSWMMKI 

End oC D3 16562 sequence 
2310 2320 2330 2340 2350 2360 2370 | 2380 2390 2400 

TGGAATAGGTGTCCTCTTAACCTGGATAGGGTTGAACTCAAAAAATACTlCTATGTCATTTTCATGCATCGCGj^S&^GCjATrGTGACACTGTATTTGGGA 
GIGVLLTW. IGLNSKNTSMS FSCIA AGIVTLYLG 

! 
Engineered KgdgE?? splicing site, E-480 Val-to-Ala (nt-2375/2376 TG-to-CC) 

> NS1 
2410 2420 2430 2440 2450 2460 2470 2480 2430 2500 

GTCATGGTGCAGGCCGATAGTGGTTGCGTTGTGAGCTGGAAAAAOAAAGAACTGAAATGTGGCAGTGGGATTTTCATCACAGACAACGTGCACACATGGA 
VMVQADSGCVVSWKWKELKCGSGIFITDNVHTWT 

2510 2520 2530 2540 2550 2560 2570 2580 2590 2600 
CAGAACAATACAAGTTCCAACCAGAATCCCCTTCAAAACTAGCTTCAGCTATCCAGAAAGCCCATGAAGAGGACATTTGTGGAATCCGCTCAGTAACAAG 

EQYK FQPHSPSKLASAIQKAHEED ICGIRSVTR 

D2 SfSl~53-As?p lows fvt 5>2 ISCSIs Sly- at-3573-G) 

2610 2620 2630 2640 2650 2660 2670 2680 2690 2700 
ACTGGAGAATCTGATGTGGAAACAAATAACACCAGAATTGAATCACATTCTATCAGAAAATGAGGTGAAGTTAACTATTATGACAGGAGACATCAAAGGA 
LENLMWKQITPELNHILSEN EV KLTIMTGDI KG 

2710 2720 2730 2740 2750 2760 2770 2780 2790 2S00 
ATCATGCAGGCAGGAAAACGATCTCTGCGGCCTCAGCCCACTGAGCTGAAGTATTCATGGAAAACATGGGGCAAAGCAAAAATGCTCTCTACAGAGTCTC 
IM QAGKRSLRP QPTEIiKYSMKTWGKAKMLSTESH 

2810 2820 .2830 2840 2850 2860 2870 2880. 2830 2900 
ATAACCAGACCTTTCTCATTGATGGCCCCGAAACAGCAGAATGCCCCAACACAAATAGAGCT.TGGAATTCGTTGGAAGTTGAAGACTATGGCTTTGGAGT 
NQTFLIDGPETAECPN.TNRA. WNSLEVEDYG FGV 

2310 2920 2930 2340 2950 2960 2970 2980 2990 3000 
AITCACCACCAATATATGGCTAAAATTGAAAGAAAAACAGGATGTATTCTGCGACTCAAAACTCATGTCAGCGGCCATAAAAGACAACAGAGCCGTCCAT 
FTTN TWLK LKEKQDVFCDS KLMSAAI KDNRAVH 

3010 3020 3030 3040 3050 3060 3070 3080 3090 3100 
GCCGATATGGGTTATIGGATAGAAAGTGCACTCAATGACACATGGAAGATAGAGAAAGCCTCTTTCATTGAAGTTAAAAACTGCCACTGGCCAAAATCAC 
A DMGYWIES ALJJDTWKIEKASF IEVKHCHWPKSH 

3110 3120 3130 3140 3150 3160. 3170 3180 3190 3200 
ACACCCTCTGGAGCAATGGAGTGCTAGAAAGTGAGATGATAATTCCAAAGAATCTCGCTGGACCAGTGTCTCAACACAACTATAGACCAGGCTACCATAC 
TLWSN GV.IrESEM IIPKNLAGPVSQHNYRPG YHT 

3210 3220 3230 3240 3250 3260 3270 3280 3290 3300 
ACAAATAACAGGACCATGGCATCTAGGTAAGCrTGAGATGGACTTTGATTTCTGTGATGGAACAACAGTGGTAGTGACTGAGGACTGCGGAAATAGAGGA 
QITGPWHLGKLSMDFDFCDGTTVVVTEDCGNRG 

3310 3320 3330 3340 3350 3360 3370 3380 3390 3400 
CCCTCTTTGAGAACAACCACTGCCTCTGGAAAACTCATAACAGAATGGTGCTGCCGATCTTGCACATTACCACCGCTAAGATACAGAGGTGAGGATGGGT 
PSLRTTTASGKLITEWCCRSCTLPPLRY RGEDGC 

> NS2A 
3410 3420 3430 3440 3450 3460 3470 3480 3490 3500 
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GCTGGTACGGGATGGAAATCAGACCATTGAAGGAGAAAGAAGAG^TTTGGTCAACTCCTTGGTCACAGCTGGACATGGGCAGGTCGACAACTTTTCACT 
W ¥ G M E I R PL KE KE EH L V N S LVTAGHGQ VD N F S L 

3510 3520 3530 3540 3550 3560 3570 3580 3590 3600 
AGGAGTCTTGGGAATGGCATTGTTCCTGGAGGAAATGCTTAGGACCCGAGTAGGAACGAAACATGCAATACTACTAGTTGCAGTTTCrTTTGTGACATTG 
GVLG MALFLEEMLRTRVGT KH A ILLVAVSFVTL 

3610 3620 3630 3640 3650 3660 3670 3680 3690 3700 
ATCACAGGGAACATGTCCTTTAGAGACCTGGGAAGAGTGATGGTTATGGTAGGCGCCACTATGACGGATGACATAGGTATGGGCGTGACTTATCTTGCCC 
ITGHMSFRDLGRVMVMV'GATMTD'DTGMGVTYEJAI. 

3710 3720 3730 3740 3750 3760 3770 3780 3790 3800 
TACTAC3CAGCCTTGAAAGTCAGACCAACTTTTGCAGCTGGACTACTCTTGAGAAAGCTGACCTCCAAGGAATTGATGATGACTACTATAGGAATTGTACT 
LAAFKVRPTF AAGLLLRK.LTSKELMMTTIGIVL 

3810 3820 3830 3840 3850 3860 3370 3880 3890 3900 
CCTCTCCCAGAGCACCa.TACCAGAGACCATTCTrGAGTrGACTGATGCGTTAGCCTTAGGCATGATGGTCCTCAAAATGGTGAGAAATATGGAAAAGTAT 
LSQ STI PETI LELTDALAL GMMVLKMVR N M EKY 

3910 3920 3930 3940 3950 3960 .3970 3980 3990 4000 
CAATTGGCAGTGACTATCATGGCTATCTTGTGCGTCCCAAACGCAGTGATATTACAAAACGCATGGAAAGTGAGTTGCACAATATTGGCAGTGGTGTCCG 
QLAVTIMA ILCVPNAVI L Q NAWK VSCTILA VVSV 

4010 4020 4030 4040 4050 4060 4070 4080 4090 4100 
TTTCCCCACTGTTCTTAACATCCTCACAGCAAAAAACAGATTGGATACCATTAGCATTGACGATCAAAGGTCTCAATCCAACAGCTATTTTTCTAACAAC 
SPLFLTSSQQKTDWI P LALTI KGLNPTAIFLTT 

i 
D2 PDK-53 specific NS2A-181-Phe (wt D2 16681i Leur nt-4012-C) 

> NS2B 
4110 4120 4130 4140 4150 4160 .4170 4180 4190 4200 

CCTCTCAAGAACCAGCAAGAAAAGGAGCTGGCCATTAAATGAGGCTATCATGGCAGTCGGGATGGTGAGCATTTTAGCCAGTTCTOTCCTAAAAAATGAT 
LSRTSKKRSWPLNEA IMAVGMV SILASSL LKND 

4210 4220 4230 4240 4250 4260 4270 4280 4290 4300 
ATTCCCATGACAGGACCATTAGTGGCTGGAGGGCTCCTCACTGTGTGCTACGTGCTCACTGGACGATCGGCCGATTTGGAACTGGAGAGAGCAGCCGATG 
I PMTG PLVAG GLLTVCYV L TGRSADLELERAADV 

4310 4320 4330 4340 4350 4360 4370 4380 4390 4400 
TCAAATGGGAAGACCAGGCAGAGATATCAGGAAGCAGTCCAATCCTGTCAATAACAATATCAGAAGATGGTAGCATGTCGATAAAAAATGAAGAGGAAGA 
KWEDQAEISGSS PILSITISEDGS M SIK NEEEE 

4410 4420 4430 4440 4450 4460 4470 4480 4490 4500 
ACAAACACTGACCATACTCATTAGAACAGGATTGCTGGTGATCTCAGGACTTTTTCCTGTATCAATACCAATCACGGCAGCAGCATGGTACCTGTGGGAA 
QTLTIL IRTGLLVISGLF P V S I P ITAAAWYLWE 

> NS3 
4510 4520 4530 4540 4550 4560 4570 4580 4590 4600 

GTGAAGAAACAACGGGCCGGAGTATTGTGGGATGTTCCTTCACCCCCACCCATGGGAAAGGCTGAACTGGAAGATGGAGCCTATAGAATTAAGCAAAAAG 
VKKQRAGVLWDVPSPPPMGKAELEDGAYRIKQKG 

4610 4620 4630 4640 4650 4660 4670 4680 4690 4700 
GGATTCTTGGATATTCCCAGATCGGAGCCGGAGTTTACAAAGAAGGAACATTCCATACAATGTGGCATGTCAGACGTGGCGCTGTTCTTAATGCATAAAGG 
ILJGYSQIGAGVYKEGTFHTMWHVTRG AVLMHK G 

4710 4720 4730 4740 4750 4760 4770 4780 4790 4800 
AAAGACGATTGAACCATCATGGGCGGACGTCAAGAAAGACCTAATATCATATGGAGGAGGCTGGAAGTTAGAAGGAGAATGGAAGGAAGGAGAAGAAGTC 
KRI EPSWADVKKDLISYGG GWKLEGEWKEGEEV 

4810 4820 4830 4840 4850 4860 4870 4880 4890 4900 
CAGGTATTGGCACTGGAGCCTGGAAAAAATCCAAGAGCCGTCCAAACGAAACCTGGTCTTTTCAAAACCAACGCCGGAACAATAGGTOCTGTATCTCTGG 
QVIJALE PGKNPRAV QTKP G LFKTNAGTIG AVS LD 

4910 4920 4930 4940 4950 4960 4970. 4980 4990 5000 
ACTCTTCTCCTGGAACGTCAGGATCTCCAATTATCGACAAAAAAGGAAAAGTTGTGGGTCTTTATGGTAATGGTGTTGTTACAAGGAGTGGAGCATATGT 

F S PGTSGSP I ID KK GKVVGLYGNGVVTRSGAYV 

5010 5020 5030 5040 5050 5060 5070 5080 5090 5100 
GAGTGCTATAGCCCAGACTGAAAAAAGCATTGAAGACAACCCAGAGATCGAAGATGACATrTTCCGAAAGAGAAGACTGACCATCATGGACCTCCACCCA 

S. AIAQTEKSIED NPEIEDDIFRK RRLTIMDLH P 

5110 5120 5130 5140 51S0 5160 5170 5180 5190 5200 
GGAGCGGGAAAGACGAAGAGATACCTCCCGGCCATAGTCAGAGAAGCTATAAAACGGGGTTTGAGAACATTAATCTTGGCCCCCACTAGAGTTGTGGCAG 
GAGKTKRYLPAIVREAIKR GLRTLILAPTR VVAA 
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5210 5220 5230 5240 5250 5260 5270 5280 5290 5300 
CTGAAATGGAGGAAGCCCTTAGAGGACTrTCCAATAAGATACCAGACCCCAGCCaTCAGAGCrTGTGCACACCGGGCGGGAGATTGTGGACCTAATGTGTCA 
EMEEALRGL PIRYQTPAIRAVHTGRE IVDLMCH 

D3 PDK-53 KS3->2S0"VaI l^cus (D2 15581: Ola./ at-5570-A) 

5310 5320 5330 5340 5350 5360 5370 5380 5390 5400 
TGCCAC&TTTACCATGAGGCTGCTATC&CCAGTrAGAGTGCCAAACTACAACCTGATTATCATGGACGAAGCCCATTTCACAGACCCAGCAAGTATAGCA 
ATFTMR LLSPVRVPNYNLII MDEAHFTDPASXA 

5410 5420 5430 5440 5450 5460 5470 5480 5490 5500 
GCTAGAGGATACATCTCAACTCGAGTGGAGATGGGTGAGGCAGCTGGGATTTTTATGACAGCCACTCCCCCGGGAAGCAGAG&CCCATTTCCTCAGAGCA 
ARGYISTRVEMGEAAG IFMTATPPGSRDPFPQSN 

5510 5520 5530 5540 5550 5560. 5570 5580 5590 5600 
ATGCACCAATCATAGATGAAGAAAGAGAAATCCCTGAACGCTCGTGGAATTCCGGACATGAATGGGTCACGGATTTTAAAGGGAAGACTGTTTGGTTCGT 
APIIDEEREIPERSWNSGHEWVTDFKGKTVWFV 

I 
D2 PDK-53 silent mutation nt-5541-C (D2 16681: T) 

5610 5620 5630 5640 5650 5660 5670 5680 5690 5700 
TCCAAGTATAAfiAGCAGGAAATGATATAGCAGCTTGCCTGAGGAAAAATGGAAAGAAAGTGATACAACTCAGTAGGAAGACCTTTGATTCTGAGTATCTC 
PSI KAGHDIAACLRK NGKKVI QLSRKTFDSEYV 

5710 5720 5730 5740 5750 5760 5770 57SG 5790 5800 
AAGACTAGAACCAATGATTGGGACTTCGTGGTTACAACTGACATTTCAGAAATGGGTGCCAATTTCAAGGCrGAGAGGGTTATAGACCCCAGACGCTGCA 
KTRTH DWDFVVTTDISEMGANFKAERV XDPRRCM 

5810 5820 5830 5S40 5850 5860 5870 5880 5890 5900 
TGAAACCAGTCATACTAACAGATGGTG&AGAGCGGGTGATTCTGGCAGGACCTATGCCAGTGACCCACTCTAGTGCAGCACAAAGAAGAGGGAGAATAGG 
KPVIL TDGEERV JLAGPMPVTHS SAAQRRGRIG 

591C 5920 5930 5940 5950 5960 5970 5980 5990 6000 
AAGAAATCCAAAAAATGAGAATGACCAGTACATATACATGGGGGAACCTCTGGAAAATGATGAAGACTGTGCACACTGGAAAGAAGCTAAAATGCTCCTA 
RNPKNENDQYIYMGEPLENDEDCAHW KEAKMLL 

6010 6020 6030 6040 6050 6060 6070 6080 6090 6100 
GATAACATCAACACGCCAGAAGGAATCATTCCTAGCATGTTCGA&CCAGAGCGTGAAAAGGTGGATGCCATTGATGGCGAATACCGCTTGAGAGGAGAAG 
DHINTPEGI I PSMFEPEREKVD AIDGEYRIiRGEA 

6110 6120 6130 6140 5150 6160 6170 6180 6190 6200 
CAAGGAAAACCTTTGTAGACTTAATGAGAAGAGGAGACCTACCAGTCTGGTTGGCCTACAGAGTGGCAGCTGAAGGC&TCAACTACGCAGACAGAAGGTG 
RKTFV DLM RRGDL PVWLAYRVAAEGIMYADRRW 

6210 6220 6230 6240 6250 6260 6270 6280 6290 6300 
GTGTTTIGATGGAGTCAAGAACAACCAAATCCTAGAAGAAAACGTGGAAGTTGAAATCTGGACAAAAGAAGGGGAAAGGAAGAAATTGAAACCCAGATGG 
CFDGVKNHQILE'ENVBVEXWTKEGSSKKLKPRW 

> NS4A 
6310 6320 6330 6340 6350 6360 6370 6380 6390 6400 

TTGGATGCTAGGATCTATTCTGACCCACTGGCGCTAAAAGAATTTAAGGAATTTGCAGCCGGAAGAAAGTCrGTGACCCTGAACCTAATCACAGAAAlGG 
LDAR.IYSDELALKEF.KEFAAGRKSLTLNLI.TEMG 

6410 6420 643D 6440 6450 6460 6470 6480 6490 6500 
GTAGGCTCCCAACCTTCATGACTCAGAAGGCAAGAGACGCACTGGACAACTTAGCAGTGCTGCACACGGCTGAGGCAGGTGGAAGGGCGTACAACCATGC 
RLPTFMTQKAR DALDN LAVLHTAEAGGRAYHHA 

6510 6520 6530 6540 6550 6560 6570 :6580 6590 6600 
TCTCAGTGAACrGCCGGAGACCCTGGAGACATTGCTTTTACTGACACTTCTGGCTACAGTCACGGGAGGGATCTTTTTATTCTTGATGAGCGCAAGGGGC 
LSEliPETLETLLLLTLLATVT'GGIF.LFLHSARG 

I 
D2 PDK-53 specific NS4A-75-Ala (wt D2 L6681: Gly, ttfc-SS99-G) 

6610 6620 6630 6640 6650 6660 6670 658Q 6690 6700 
.ATAGGGAAGATGACCCTGGGAATGTGCrGCATAATCACGGCTAGCATCCTCCTATGGTACGCACAAATACAGCCACACTGGATAGCAGCTTCAATAATAC 
I GKMTLGMCCIITASILLWYAQIQPHWIAAS .I IL 

6710 6720 6730 6740 6750 6760 6770 6780 6790 6800 
TGGAGTTTTTTCTCATAGTTTTGCTTATTCCAGAACCTGAAAAACAGAGAACACCCCAAGACaACCAACTGACCTACGTTGTCATAGCCATCCrCACAGT 
EFFLIV'LL I PEPEKQRTP QDNQLTYVVIAI LTV 

> NS4B 
6310 6820 6830 6840 6B50 6860 6870 6880 6890 6900 

GGTGGCCGCAACCATGGCAAACGAGATGGGTTTCCTAGAAAAAACGAAGAAAGATCTCGGATTGGGAAGCATTGCAACCCAGCAACCCGAGAGCAACATC 
VAATMANEMGFLEKTK. KDLGLGSIATQQP ESNI 

6910 6920 6930 6940 6950 6960 6970 6980 6990 7000 
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CTGGACATAGATCTACGTCCTGCATCAGCATGGACGCTGTATGCCGTGGCCACAACATTTGTTACACCAATGTTGAGACATAGCATTGAAAA'TrCCTCAG 
LDID LR .PASAWTLYAVATT FVTPM LRHSIENSSV 

7010 7020 7030 7040 7050 7060 7070 7080 7030 7100 
TGAATGTGTCCCTAACAGCTATAGCCAACCAAGCCACAGTGTTAATGGGTCTCGGGAAAGGA'TGGCCATTGTCAAAGATGGACATCGGAGTTCCCCTTCT 
WVSL TAIANQ ATV LMG L G KGW P L S K M D T GV PL L 

7110 7120 7130 7140 7150 7160 7170 7180 7130 7200 
CGCCATTGGATGCTACTCACAAGTCAACCCCATAACTCTCACAGCAGCTCTTTTCTTATTGGTAGCACATTATGCCATCATAGGGCCAGGACTCCAAGCA 
AIGCYSQVNPITLTAALF LLVAHYAI I G P G L Q A 

7210 7220 7230 7240 7250 7260 7270 7280 7290 7300 
AftAGCAACCAGAGAAGCTCAGAAAAGAGCAGCGGCGGGCATCATGAAAAACCCAACTGTCGATGGAATAACAGTGATTGACCTAGATCCAATACCTTATG 
KATRE AQ K RA AAGI MKM P T V DGI TV I D I D P I P YD 

7310 7320 7330 7340 7350 7360 7370 7380 7390 7400 
ATCCAAAGTTTGAAAAGCAGTTGGGACAAGTAATGCTCCTAGTCCTCTGCGTGACTCAAGTATTGATGATGAGGACTACATGGGCTCTGTGTGAGGCTTT 
PKFEKQLGQVMLIiVLCVTQVLMMRTTWALCEAL 

7410 7420 7430 7440 7450 7460 7470 7480 7490 7500 
AftCCTTAGCTACCGGGCCCATCrCCACATTGTGGGAAGGAAATCCAGGGAGGTTTTGGAACACTACCATTGCGGTGTCAATGGCTAACATTTTTAGAGGG 
TL ATG P I STL W E GH PG R F WNTTIAVSMAN .I FHG 

> NS5 
7510 7520 7530 7540 7550 7560 7570 75S0 7590 7600 

AGTTACTTGGCCGGAGCTGGACTTCTCTTTTCTATTATGAAGAACACAACCAACACAAGAAGGGGAACTGGCAACATAGGAGAGACGCTTGGAGAGAAAT 
SYLAGAGLLF31MKHTTHTSRGTGWXGETLGSKW 

7610 7620 7630 7640 7650 7660 7670 7680 7690 7700 
GGAAAAGCCGATTGAACGCGTTGGGAAAAAGTGAATTCCAGATCTACAAGAAAAGTGGAATCCAGGAAGTGGATAGAACCTTAGCAAAAGAAGGCATTAA 
KSRLHALGKSEFQIYKKSGIQEVD RTLAKE GIK 

I 
Additional nt-7260 A-to-G silent mutation in maBter and pre-master Beads 

7710 7720 7730 7740 7750 7760 7770 7780 7790 7800 
AAGAGGAGAAACGGACCATCACGCTGTGTCGCGAGGCTCAGCAAAACTGAGATGGTTCGTTGAGAGAAACATGGTCACACCAGAAGGGAAAGTAGTGGAC 
RGE TDHHAVSRGSAK.LRWFVERN MVTPEGKVVD 

7810 7820 7830 7840 7850 7860 7870 7880 7B90 7900 
CTCGGTTGTGGCAGAGGAGGCTGGTCATACTATTGTGGAGGACTAAAGAATGTAAGAGAAGTCAAAGGCCTAACAAAAGGAGGACCAGGACACGAAGAAC 
LGCGKGGWSYYCGGLKNVKEVKGLTKGGPGHEEP 

7910 7920 7930 7940 7950 7960 7970 7980 7990 8000 
CCATCCCCATGTCAACATATGGGTGGAATCTAGTGCGTCTTCAAAGTGGAGTTGACGTTTTCTTCATCCCGCCAGAAAAGTGTGACACATTATTGTGTGA 

I PMS'TYGWNLVHL. QSGVDVF-F I PPEKCD. TLLCD 

8010 8020 8030 8040 8050 8060 :8070 8080 8090 8100 
CATAGGGGAGTCATCACCAAATCCCACAGTGGAAGCAGGACGAACACTCAGAGTCCTTAACTTAGTAGAAAATTGGTTGAACAACAACACTCAATTTTGC 
IGESSPN PTVKAGRTLRVLNLVENWLNUNTQ FC 

8110 8120 0130 S140 8150 8160 8170 8180 8190 8200 
ATAAAGGTTCTCAACCCATATATGCCCrCAGTCATAGAAAAAATGGAAGCACTACAAAGGAAATATGGAGGAGCCTTAGTGAGGAATCCACTCrCACGAA 
I KVLN PYM P SVI EKM EAL Q R KYGGAL VRNPLSRN 

8210 8220 8230 8240 8250 8260 8270 8280 8290 8300 
ACTCCACACATGAGATGTACTGGGTATCCAATGCTTCCGGGAACATAGTGTCATCAGTGAACATGATTTCAAGGATGTTGATCAACAGATTTACAATGAG 
S TH EMYWVSNA SG N 1 V S S VNM I S RM L I NRF TM R 

8310 8320 8330 8340 S350 8360 8370 8380 8390 8400 
ATACAAGAAAGCCACTTACGAGCCGGATGTTGACCTCGGAAGCGGAACCCGTAACATCGGGATTGAAAGTGAGATACCAAACCTAGATATAATTGGGAAA 
YK KATYEPDVDL GSGTRNI GI ESEIPHLDX IGK 

8410 8420 8430 8440 8450 8460 8470 8480 8490 8500 
AGAATAGAAAAAATAAAGCAAGAGCATGAAACATCATGGCACTATGACCAAGACCACCCATACAAAACGTGGGCATACCATGGTAGCTATGAAACAAAAC 
RIEKIKQEHETSWHYDQDHPYKTWAYHGSYETKQ 

8510 8520 8530 8540 8550 8560 8570 8580 8590 8600 
AGACTGGATCAGCATCATCCATGGTCAACGGAGTGGTCAGGCTGCTGACAAAACCTTGGGACGTCGTCCCCATGGTGACACAGATGGCAATGACAGACAC 
TGS ASSMVNGVVRLLTKPWDVVPMVTQMAM TDT 

8610 8620 8630 8640 8650 S660 8670 8680 8690 8700 
GACTCCATTTGGACAACAGCGCGTTTTTAAAGAGAAAGTGGACACGAGAACCCAAGAACCGAAAGAAGGCACGAAGAAACTAATGAAAATAACAGCAGAG 
TPFGQQRVFKEKVDTRTQEPKEG TKKLMKITAE 

8710 8720 8730 8740 8750 8760 8770 8780 8790 8800 
TGGCTTTGGAAAGAATrAGGGAAGAAAAAGACACCCAGGATGTGCACCAGAGAAGAATTCACAAGAAAGGTGAGAAGCAATGCAGCCTTGGGGGCCATAT 
WLWKELGKKKTPRMCTREBFTRKV RSHAALGAIF 
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88X0 8820 8830 3840 8850 8860 8870 8880 8890 8300 
TCACTGATGAGAACAAGTGGAAGTCGGCACGTGAGGCTGTTGAAGATAGTAGGTTTTGGGAGCTGGTTGACAAGGAAAGGAATCTCCATCTTGAAGGAAA 
TDENKWKSAREAV-EDSRFW. ELVDKERNLHLEGK 

8910 8320 B930 8940 8350 8960 8970 8380 8990 3000 
GTGTGAAACATGTGTGTACAACATGATGGGAAAAAGAGAGAAGAAGCTAGGGGAATTCGGCAAGGCAAAAGGCAGCAGAGCCATATGGTACATGTGGCTT 
CETCVyWMMGKREKKLGEFGKAKGSEAIWYMWL 

3010 9020 9030 9040 9050. 9060 9070 9080 9090 9100 
GGAGCACGCTTCTTTAGAGTTTGAAGCCCTAGGATTCTTAAATGAAGATCACTGGTTCTCCAGAGAGAACTCCCTGAGTGGAGTGGAAGGAGAAGGGCTGC 
GARFLEFEALGFLNEDHWFSRENSLSGVEGEGLH 

3110 9120 9130 9140 9150 9160 9170 9180 9190 9200 
ACAAGCTAGGTTACATrCTAAGAGACGTGAGCAAGAAAGAGGGAGGAGCAATGTATGCCGATGACACCGCAGGATGGGATACAAGAATCACACTAGAAGA 
KLGYILBDVSKKEGGAMYAD'DTAGWDTRITIIED 

9210 9220 9230 3240 9250 9260 9270 9280 9290 9300 
CCTAAAAAATGAAGAAATGGTAACAAACCACATGGAAGGAGAACACAAGAAACTAGCCGAGGCCATTTTCAAACTAACGTACCAAAACAAGGTGGTGCGT 
LKMEE MVTN HM EGEHKKLAEAIFKLTYQUKVV R 

9310 9320 9330 9340 9350. 3360 9370 9380 9390 9400 
GTGCAAAGACCAACACCAAGAGGCACAGTAATGGACATCATATCGAGAAGAGACCAAAGAGGTAGTGGACAAGTTGGCACCTATGGACTCAATACTTTCA 
VQRPTPRGTVMDI I SRRDQRGSGQ V GTYGLNTFT 

9410 9420 9430 9440 9450 9460 9470 9480 9490 9500 
CCAATATGGAAGCCCAACTAATCAGACAGATGGAGGGAGAAGGAGTCTTrAAAAGCATTCAGCACCTAACAATCACAGAAGAAATCGCTGTGCAAAACTG 
NMEAQLIRQMEGEGVFKSIQHLTIT--EEIAVQHW 

9510 9520 9530 9540 3550 9560 9570 9580 9590 9600 
GTTAGCAAGAGTGGGGCGCGAAAGGTTATCAAGAATGGCCATCAGTGGAGATGATXGTGTrGTGAAACCrTTAGATGACAGGTTCGCAAGCGCnTAACA 
LARVGRERLSRMAIS'GDDCVVKPLDDRFASALT 

9610 9620 9630 9640 9650 9660 9670 9680 9690 9700 
GCTCTAAATGACATGGGAAAGATTAGGAAAGACATACAACAATGGGAACCTTCAAGAGGATGGAATGATTGGACACAAGTGCCCTTCTGTTCACACCATT 
ALNDMG KI RKDIQ QWEP SRGWHDWTQVPFCSH. HF 

9710 9720 9730 9740 9750 9760 9770 9780 3790 3800 
TCCATGAGTTAATCATGAAAGACGGTCGCGTACTCGTTGTTCCATGTAGAAACCAAGATGAACTGATTGGCAGAGCCCGAATCTCCCAAGGAGCAGGGTG 
HELI MK DGR VL VVPCRNQDBL IGRARI SQGAGW 

9810 9820 9830 9340 9850 9860 9870 9880 9890 9300 
GTCTTTGCGGGAGACGGCCTGTTTGGGGAAGTCITACGCCCAAATGTGGAGCTTGATGTACTTCCACAGACGCGACCTCAGGCTGGCGGCAAATGCTATT 
SLRETACLGKSYAQMWSL MYFHRRD LRIIAAHAI 

9910 9920 9930 9940 9950 9960 9970 9980 9990 10000 
TGCTCGGCAGTACCATCACATTGGGTTCCAACAAGTCGAACAACCTGGTCCATACATGCTAAACATGAATGGATGACAACGGAAGACATGCTGACAGTCT 
C SAVPSHWVPTSRTTWSXH AKH .EWMTTEDMLTVW 

10010 10020 10030 10040 10050 10060 10070 10080 10090 10100 
GGAACAGGGTGTGGATTCAAGAAAACCCATGGATGGAAGACAAAACTCCAGTGGAATCATGGGAGGAAATCCCATACTTGGGGAAAAGAGAAGACCAATG 
NRVWIQENPWMEDKTPVESWEEIPYLGKREDQW 

10110 10120 10130 10140 10150 10160 1Q170 10180 10190 10200 
GTGCGGCTCATTGATTGGGTTAACAAGCAGGGCCACCTGGGCAAAGAACATCCAAGCAGCAATAAATCAAGTTAGATCCCTTATAGGCAATGAAGAATAC 
CGSLIGLTSRAT WAKHIGAAINQVRSLIGNEE Y 

> 3'-Noncoding Region 
10210 10220 10230 10240 10250 10260 10270 10280 10290 10300 

ACAGATTACATGCCATCCATGAAAAGATTCAGAAGAGAAGAGGAAGAAGCAGGAGTTCTGTGGTAGAAAGCAAAACTAACATGAAACAAGGCTAGAAGTC 
TDYMPSMKRFRREEEEAGVLW* 

10310 10320 10330 10340 10350 10360 10370 10380 10330 10400 
AGGTCGGATTAAGCCATAGTACGGAAAAAACTATGCTACCTGTGAGCCCCGTCCAAGGACGTTAAAAGAAGTCAGGCCATCATAAATGCCATAGCTTGAG 

10410 10420 10430 10440 10450 10460 10470 10480 10490 10500 
TAAACTATGCAGCCTGTAGCTCCACCTGAGAAGGTGTAAAAAATCCGGGAGGCCACAAACCATGGAAGCTGTACGCATGGCGTAGTGGACTAGCGGTTAG 

10510 10520 10530 10540 10550 10560 10570 10580 10590 10600 
AGGAGACCCCTCCCTTACAAATCGCAGCAACAATGGGGGCCCAAGGCGAGATGAAGCTGTAGTCTCGCTGGAAGGACTAGAGGTTAGAGGAGACCCCCCC 

10610 10620 10630 10640 10650 10660 10670 IO6BO 10690 10700 
GAAACAAAAAACAGCATATTGACGCTGGGAAAGACCAGAGATCCTGCTGTCTCCTCAGCATCATTCCAGGCACAGAACGCCAGAAAATGGAATGGTGCTG 

10710 
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TTGAATCftACAGGTTCT 

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 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 Protein: 
[000168] Junction sites: 

a. Mlul (nl 451-456): engineered silent mutation, nt-453 A-to-G 
b. NgoMIV (nt 2380-2385): engineered mutations, nt-2381/2382 TG-to-CC 

(resulted in E-482 Vai-to-Ala change) 

[000169] D2 PDK-53 virus backbone (change from wt D2 16681) 
a. 5T-noncoding region(NCR)-57 (nt-57 C-to-T): major attenu&Uon locus (in red) 
b. NS1-53 Gly-to-Asp (nt-2579 G-to-A): major attenuation locus (in red) 
c. NS2A-181 Leu-to-Phe (nt-4018 C-to-T, in bold) 
d. NS3-250 Glu-to-Val (nt-5270 A-to-T): major £itiem*ation locus (in red) 
e. nt-5547 (NS3 gene) T-to-C silent mutation (in bold) 
f. 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 

[000170] Engineered substitutions in cDNA clone 
a. Engineered C-10G 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 
original clone) 

a. nt-225 (C gene) A-to-T silent mutation (in bold) 
b. NS2A-66 Asp-to-Gly (nt-3674 A-to-G) mutation (in bold) 
c. NS2A-99 Lys-to-Lys/Arg mix (nt-3773 A-to-A/G mix, in bold) 
d> nt-5391 C-to-T (NS3 gene) silent mutation (In bold) 
e. NS4A-21 Ala-to-Val (nt-6437 C-to-T, in bold) 
f. nt-7026 T-to-C/T mix silent mutation (in bold) 
g. nt-9750 A-to-C silent mutation (in bold) 

NCR"57X>2 llDK-53 attenuation locus t?2 ISCBls C? 
> S'-Honcoding Region \ >C 

10 20 30 40 SD 60 70 SO 90 100 
AGTTGTTAGTCTACGTGGACCGACAAAGACAGATTCTTTGAGGGAGCTAAGCTCAATGTAGTTCTAACAGTTTTTTAATTAGAGAGCAGATCrCTGATGA 

M N 

110 120 130 140 150 160 170 1BO 130 200 
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ATAACCAACGGAAAAAGGCGAAAAACACGCCTITCAATATGCTGAAACGCGAGAGAAACCGCGTGTCGACTGTGCAACAGCTGACAAAGAGATTCTCACT 
NQRKKAKHTPFHMLKRERNRVSTVQQLTEtRFSL 

210 220 230 240 250 260 270 280 290 300 
TGGAATGCTGCAGGGACGAGGACCTTTAAAACTGTTCATGGCCCTGGTGGCGTTCCTTCGTTTCCTAACAATCCCACCAACAGCAGGGATATrGAAGAGA 
GMLQGRGPLKLFMALVAFLRFLTIPPTAGIL KR 

1 
Additional nt-225 A-to-T silent mutation in master and pre-master seeds 

310 320 330 340 350 360 370 380 330 400 
TGGGGAACAATTAAAAAATCAAAAGCTATTAATGTTTTGAGAGGGTTCAGGAAAGAGATTGGAAGGATGCTGAACATCTTGAATAGGAGACGCAGCTCTG 
WGTIKKSKAINVLRGFRKEIGRMLNILNRR RSSA 

I 
Engineered C-100 Arg-to-Ser (nt 396 A-to-C) 

> prM Beginning oC D4 1036 sequence 
410 420 430 440 450 }460 470 480 490 500 

CAGGCATGATCATTATGCTGATTCCAftCAGTGjATGGCGTTCCATTTAACCaGQCCgrGATGGCGaACCCCrCATGATAGTGGCAAAACATGAAAGGGGGAG 
GMI IMLX PTVMAFHLTTRDGEPLMIVAKHERGR 

I 
Engineered Ml:ul: splicing site (nt-453 A-to-G silent) 

51Q 520 530 540 550 560 570 580 590 600 
ACCTCTl7rTGTTTAAGACAACaGAGGGGATCAft.CAAATGCACTCTCATTGCCATGGACTTgGaTGAAATGTGTGAGGACACTGTCACGTATAAATGCCCC 
PL LFKTTEG INKCTL IAHDLGBMCEDTVTYKCP 

610 620 630 640 650 660 670 680 6S0 700 
TTACTGGTCAATAgCGaACCTGAAGACATTGATTGCTGGTGCAATCTCACGTCTACCTGGGTCATGTATGGGACATGCACCCAGAGCGGAGAftCGGAGAC 
LLVNTEPEDIBCWCNIITSTWVMYGTGTQSGERRR 

> M 
710 720 730 740 750 760 770 780 790 800 

GAGAGAAGCGCTCAGTAGCTTTAACACCACATTCAGGAATGGGAITGGflAACAAGAGCTGAGACATGGATGTCATCGGAAGGGGCTTGGAAGCATGCTCA 
EKR S V A I» T P HSGMGL ETRAE TWMS S E G A W K H A Q 

810 820 830 840 850 860 870 880 890 900 
GAGAGTAGAGAGCTGGATACTCAGAAACCCAG^TTCGCGCTCTTGGCAGGATTTATGGCTTATATGATTGGGCAAACAGGAATCCAGCGAACTGTCTTC 
RVESWILRNPGFALLAGFMAYMIGQTGIQRTVF 

> E 
910 920 930 940 950 960 970 380 990 1000 

TTTGTCCTAATGATGCTGGTCGCCCCATCCTACGGAATGgGATGCGTAGGAGTAGGAAACAGAGACI*rTGTGGAAGGAGTCTCAGGTGGAGCft.TGGGTCG 
FVLMMLVAPSYGMRCVGVGNRDFVEGVSGGAWVD 

1010 1020 1030. 1040 1050 1060 1070 1080 1090 1100 
ATCTGGTGCTAGAACATGGAGGATGCGTCACA&CCATGGCCCAGGGAAAACCAACCTTGGATTTTGAACTGACTAAGACAACAGCCAftGGAAGTGGCTCT 

LVLEHGGCVT TMAQGKPTLDFELTKTTAKEVA L 

1110 1120 1130 1140 1150 1160 1170 1180 1190 1200 
GTTAAGAACCTATTGCATTGAAGCCTCAATATCAAACATAACCACGGCAACAft.GATGTCCAACGCAAGGAGAGCCnATCTAAAAGAGGAACAAGACCftA 
LRTYCI EASI SNITTATRCPTQGEPYLKEEQDQ 

1210 1220 1230 1240 1250 1260 1270 12S0 1290 1300 
CAGTACATTTGCCGGAGAGATGTGGTAGACAGAGGGTGGGGCAATGGCTGTGGCTTGTI*IGGAAAAGGAGGAGTTGTGACATGTGCGAAGTTTTCATGTT 
QYICRRDVVDRGW. GHGCGLF'GKGGVVTCAKFSCS 

1310 1320 1330 1340 1350 1360 1370 1380 1390 1400 
CGGGGAAGATAACAGGCAATTTGGTCCAAATTGAGAACCTTGAATACACAGTGGTTGTAACAGTCCACAATGGAGACACCCATGCAGTAGGAAATGACAC 
GKITGKLVQIENLEYTVVVTVHNGDTHAVGNDT 

1410 1420 1430 1440 1450 1460 1470 1480 1490 1500 
GTCCaATCATGGAGTTACAGCCACGATAACTCGCAGGTCACCATCGGTGGAAGTCAAA'XTGCCGGACTATGGAGAftCTAACACTCGATTGTGAACCCAGG 

fl-NHGVTATITPRSPSVEVKLPDY. GEIiTLDCBPR 

1 
Silent nt-1401 A-to-G mutation in engineered clone 

1510 1520 1530 1540 1550 1560 1570 1590 1590 1600 
TCTGGAftTTGACJTTAATGAGATGATTCTGATGAAAATGAAAAaGAAAACATGGCTTGTGCATAftGCAATGGTTTTTGGATCTACCTCTACCftTGGACAG 
S G I D F N E M I L M K M EC K K T W L V H K Q W F LDLPLPWTA 

1610 1620 1630 1640 1650 1660 1670 1680 1690 1700 
CAGGAGCAGACACATCAGAGGTTCACTGGAATTACAAAGAGAGAATGGTGACATTTAAGGTTCCTCATGCCAAGAGACAGGATGTGACAGTGCTGGGATC 
G A D T s & v H W N Y K E R M V T F K V P H A EC RQ DVTVLGS 

1710 1720 1730 1740 1750 1760 1770 1780 1790 1800 
TCAGGAAGGAGCCATGCATTCTGGCCTCGCTGGAGCCACAGAAGTGGACTCCGGTGATGGAAATCACATGTTTGCAGGACATCTCAAGTGCAAAGTCCGT 
QEGA MHSALAGATEVDSGDGNHMFAGHLKCKVR 
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1810 1320 1830 1840 1850 i860 1870 1880 1890 1900 
ATGGAGAAATTGAGAATCAAGGGAATGTCATACACGATGTGTTCAGGAAAGTTCTCAATTGACAAAGAGATGGCAGAAACACAGCATGGGACAAC&GTGG 
MEKLRIKGMSYTMCSGK.F S ID KEMAETQHGTTVV 

1910 1920 1930 1940 1950 1360 197G 1980 1990 2000 
TGAAAGTCAAGTATGAAGGTGCTGGAGCTCCGTGTAAAGTCCCCATAGAGATAAGAGATGTGAACAAGGAAAAAGTGGTTGGGCGTATCATCTCATCCAC 
KVfC YEGAG APCKVPI E I RDVttKEKVVGRI ISST 

2010 2020 2030 2040 2050 2060 2070 2080 2090 21CO 
CCCTTTGGCTG&GAATACCAACAGTGTAACCAACATAGAGTTAGAACCCCCCTTTGGGGACAGCTACA.TAGTGATAGGTGTTGGAAACAGTGCATTAACA 
PLAENTNBV-TMI E LE P P F GDSYI V IGVGNSALT 

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

2110 2120 2130 2140 2150 2160 2170 2180 2190 2200 
CTCCATTGGTTCAGGAAAGGGAGTTCCATTGGCAAGATGTTTGAGTCCACATACAGAGGTGCAAAACGAATGGCCATTCTAGGTGAAACAGCTTGGGATT 
LHW FRKG. SSI .GKMFESTYRGA KRMAILGETAWDF 

2210 2220 2230 2240 2250 2260 2270 2280 2290 2300 
TTGGTTCCGTTGGTGGACTGTTCACATCATTGGGAAAGGCTGTGCACCAGGTTTTTGGAAGTGTGTATACAACCCrGTTTGGAGGAGTCTCATGGATGAT 
GSVGG. LFTSLGKAVHQVFGSVY- TTLPG'GVSWMI 

I 
Engineered £-447 Met-to-Leu (nt-2275 A-to-C) mutation 

End Q£ D4 1036 sequence 
2310 2320 2330 2340 2350 2360 2370 j 2390 2400 

TAGAATCCTAATTGGGTTCCTAGTGTTGTGGATTGGCACGAACTCAAGGAACACTTCAATGGCTATGACGTGCATAGCTGCS^SATTGTGACACTGTAT 
RILIGFLV LWI GT NSRNTS MAMTCIAA G"I V T L Y 

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

> NS1 
2410 2420 2430 2440 2450 2460 2470 2480 2490 2500 

TTGGGGGTCATGGTGCAGGCCGATAGTGGTTGCGTTGTGAGCTGGAAAAACAAAGAACTGAAATGTGGCAGTGGGATTTTCATCACAGACAACGTGCACA 
LGVMVQADSGCVVSWKNECELKCGSGIFITDN VHT 

2510 2520 2530 2540 2550 2560 2570 2580 2590 2600 
CATGGACAGAACAATACAAGTTCCAACCAGAATCCCCTTCAAAACTAGCTTCAGCTATCCAGAAAGCCCATGAAGAGGACATTTGTGGAATCCGCTCAGT 
WTEQYKFQPES PSKLAS A I QKAHEEDI C G iRiSV 

D7. PD&-53 MSI-53-Asp at:terkwati©tt locus? {wt Q2 ItTSQl: Gly* r.t-2S7S-G) 

2610 2620 2630 2640 2650 2660 2670 2680 2690 2700 
AACAAGACTGGAGAATCTGATGTGGAAACAAATAACACCAGAATTGAATCACATTCTATCAGAAAATGAGGTGAAGTTAACTATTATGACAGGAGACATC 
TRLENLMWKQITPELNHI LSENEVKLTIMTGD I 

2710 2720 2730 2740 2750 2760 2770 2780 2790 2800 
AAAGGAATCATGCAGGCAGGAAAACGATCTClGCGGCCrCAGCCCACTGAGCTGAAGTAITCATGGAAAACATGGGGCAAAGCAAAAATGCTCTCTACAG 
KGIMQAGKRSLRPQPTHLKY. SWKTHGKAKMLSTE 

2810 2820 2830 2840 2850 2860 2870 2880 2890 2900 
AGTCTCATAACCAGACCTTTCTCATTGAIGGCCCCGAAACAGCAGAATGCCCCAACACAAATAGAGCTTGGAATTCGTTGGAAGTTGAAGACTATGGCIT 
SHNQTFLIDGPETAECPNTNRAWNSLEVEDYGF 

2910 2520 2930 2940 2950. 2960 2970 2980 2990 3000 
TGGAGTATTCACCACCAATATATGGCTAAAATTGAAAGAAAAACAGGATGTATTCTGCGACTCAAAACTCATGTCAGCGGCCATAAAAGACAACAGAGCC 
GVFTTNIWLKLKEKQDVFCDSKLMSAAIKDNRA 

3010 3020 3030 3040 3050 3060 3070 3080 3090 3100 
GTCCATGCCGATATGGGTTATTGGATAGAAAGTGCACTCAATGACACATGGAAGATAGAGAAAGCCTCTTTCATTGAAGTTAAAAACTGCCACTGGCCAA 
VHADMGYW IESALNDTWKI EKASFI E VKNCHWPK 

3110 3120 3130 3140 3150 3160 3170 3180 3190 3200 
AATCACACACCCTCTGGAGCAATGGAGTGCTAGAAAGTGAGATGATAATTCCAAAGAATCrCGCTGGACCAGTGTCTCAACACAACTATAGACCAGGCTA 
SHTLWS NGVIiESEMII P KNLAGPVSQHNY RPGY 

3210 3220 3230 3240 3250 3260 3270 3280 3290 3300 
CCATACACAAATAACAGGACCATGGCATCTAGGTAAGCTTGAGATGGACTTTGATTTCTGTGATGGAACAACAGTGGTAGTGACTGAGGACTGCGGAAAT 
HTQITGPWHLGKLEMDF DF CDGTTVVVTEDCGN 

3310 3320 3330 3340 3350 3360 3370 3380 3390 3400 
AGAGGACCCTCTTTGAGAACAACCACTGCCTCTGGAAAACTCATAACAGAATGGTGCTGCCGATCITGCACATTACCACCGCTAAGATACAGAGGTGAGG 
RGPSLRTTTASGKLITEWCCRSCTLPPLRYRGED 

> HS2A 
3410 3420 3430 3440 3450 3460 3470 3480 3490 3500 
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ATGGGTGCTGGTACGGGATGGAAATCAGACCATTGAAGGAGAAAGAAGAGAATTTGGTCAACTCCTTGGTCACAGCTGGACATGGGCAGG'TCGACAACTT 
GCWYGHEIRPLKEKEEHiVNSLVTAGHG. QVDNF 

3510 3520 3530 3540 3550 3560 3570 3580 3590 3600 
TTCACTAGGAGTCTTGGGAATGGCATTGTTCCrGGAGGAAATGCaTAGGACCCGAGTAGGAACGMACATGCAATACTACTAGTTGCAGTTTC'ITTTGTG 
SLGVLGMALFIJEEMLHTRVGTKHAILLVAVSFV 

3610 3620 3630 3640 3650 3660 3670 36SQ 3690 3700 
ACATTGATCACAGGG&ACATGTCCTTTAGAGACCTGGGAAGAGTGATGGTTATGGTAGGCGCCACTATGACGGGTGACATAGGTATGGGCGTGACTTATC 
TLITGNMSFRDLGRVMVMVGATMTGD I GMGVTYii 

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

3710 3720 3730 3740 3750 3760 3770 3780 3790 3800 
TTGCCCTACTAGCAGCCTTCAAAGTCAGACCAACTTTTGCAGCTGGACTACTGTTGAGAAAGCTGACCTCCAGGGAATTGATGATGACTACTATAGGAAT 
ALLAAFKVRPTFAAGLLLRKL T SKELMMTTI GI 

I 
Additional NS2A-99 K to R/K (mix) (nt-3773 A-to-G/A) mutation in master seed 

3810 3820 3830 3840 3850 3860 3870 3880 3890 3900 
TGTACTCCTCTCCCAGAGCACCATACCAGAGACCATTCITGAGTTGACTGATGCGTTAGCCTTAGGCATGATGGTCCTCAAAATGGTGAGA&ATATGGAA 
VLLSQSTIPETILELTD. ALALGMMVLK.MVRNM'E 

3910 3920 3930 3940 3950 3960 3970 3980 3990 40GO 
AAGTATCAATTGGCAGTGACTATCATGGCTATCTTGTGCGTCCCAAACGCAGTGRTATTACAAAACGCATGGAAAGTGAGTTGCACAATATTGGCAGTGG 
KYQLAVTIMA ILC VPN AVILQNAWKVSCTII. AVV 

4010 4020 4030 4040 4050 4060 4070 4080 4090 4100 
TGTCCGTTTCCCCACTGTTCTTAACATCCTCACAGCAAAAAACRGATTGGATACCATTAGCATTGACGATCAAAGGTCTCAATCCAACAGCTATTTTTCT 
SVSPLFLTSSQQKTDW IPLALTIKGLNPTAIF L 

i 
D2 PDK-53 specific HS2A-1B1-Phe [wt D2 16681: Leu, nt-4018-C) 

> HS2B 
4110 4120 4130 4140 4150 4160 4170 4180 4190 4200 

AACAACCCTCTCaAGAACCAGCAAGAAAAGGAGCTGGCCATTJiAATGAGGCTATOATGGCAGTCGGGATGGTGAGCATTTTAGCCAGTTCTCTCCTAaaa 
TTLSRTSKKRS-WPLNEAIHAVGMVSILASSLL'K 

4210 4220 4230 4240 4250 4260 4270 4280 4290 4300 
AATGATATTCCCATGACAGGACCATTAGTGGCTGGAGGGCTCCTCACTGTGTGCTACGTGCTCACTGGACGATCGGCCGATrrGGAACTGGAGAGAGCAG 
KDlPMTGPLVAGGLLTVCYVLTGRSADLELERAft 

4310 4320 4330 4340 4350 4360 4370 4380 4390 4400 
CCGATGTCAAATGGGAAGACC^GGCAGAGATATCAGGAAGCAGTCCAATCCTGTCAATAACAATATCAGAAGATGGTAGCATGTCGATAAAAAATGAAGA 
DVKWEDQ'A'EISGSSPILSITISEDGSMSIKNEE 

4410 4420 4430 4440 4450 4460 4470 4480 4490 4500 
GGAAGAACAAACACTGACCATACTCATTAGAACAGGATrGCTGGTGATCTCAGGACTTTTrCCTGTATCAATACCaATCACGGCAGCAGCATGGTACCTG 
EEQTLTILIRTGLLVI SGLFPVSIPI TAAAWYL 

> NS3 
4510 4520 4530 4540 4550 4560 4570 4580 4590 4600 

TGGGAAGTGAAGAAAGAACGGGCCGGAGTATTGTGGGATGTTCCTTCACCCCCACCCATGGGAAAGGCTGAACTGGAAGATGGAGCCTATAGAATTAAGC 
WEVKKQRAGVLWDVPSPPPMGKAELEDGAYRIKQ 

4610 4620 4630 4640 4650 4660 4670 4680 4690 4700 
AAflAftGGGATTCTTGGATATTCCCAGATCGGAGCCGGAGTTTACAAAGAAGGAACATTCCATACAATGTGGCATGTCACACGTGGCGCTGTTCTAATGCA 
KGILGYSQIGAGVYKEGT FH TMWHVTRGAVLMH 

4710 4720 4730 4740 4750 4760 4770 4780 4790 4800 
TAAAGGAAAGAGGATTGAACCATCATGGGCGGACGTCAAGAAAGACCTAATATCATATGGAGGAGGCTGGAAGTTAGAAGGAGAATGGAAGGAAGGAGAA 
KGKRIE PSWADVKKDLI SYGGGW KLEGEWKEGE 

4810 4520 4830 4840 4850 4S60 4870 4880 4890 4900 
GAAGTCCAGGTATTGGCACTGGAGCCTGGAAAAAATCCAAGAGCCGTCCAAACGAAACCTGGTCTTTTCAAAACCAACGCCGGAACAATAGGTGCTGTAT 
EVQVLALEEGKNPRAVQTKPGL FKTNAGTIGAV3 

4910 4920 4930 4940 4950 4960 4970 4980 4990 5000 
CTCTGGACTTTTCTCCI'GGAACGTCAGGATCTCCAATTATCGACAAAAAAGGAAAAGTTGTGGGTCTTTATGGTAATGGTGTTGTTACAAGGAGTGGAGC 
LDFSPGTSGSPIIDKKGKVVGLYGNGVVTRS GA 

501G 5020 5030 5040 5050 5060 5070 5080 5090 5100 
ATATGTGAGTGCTATAGCCCAGACTGAAAAAAGCATTGAAGACAACCCAGAGATCGAAGATGACATTTTCCGAAa.GAGAAGACTGACGATCATGGACCTC 
YVSAIAQT EKSIEDNPEIEDD IFRKRRLTIMDL 
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5110 512D 5130 5140 5150 5160 5170 5180 5190 5200 
CACCCAGGAGCGGGAAAGACGAAGAGATACCTTCCGGCCATAGTCAGAGAAGCTATAAAACGGGGTTTGAGAACATTAATCTTGGCCCCCACTAGAGTIG 
HPGAGKTKRYLPAIVREAIKRGLRTLILAPTRVV 

5210 5220 5230 5240 5250 5260 5270 5280 5290 5300 
TGGCAGCTGAAATGGAGGAAGCCCTTAGAGGACTTCCAATAAGATACCAGACCCCAGCCATCAGAGCTGTGCACACCGGGCGGGAGATTGTGGACCTAAT 
AABMEEALRGL PI R Y Q T P A I RAVHTGREI V D L M 

i r& asa-aso-v*! .att«nu*uo» lows H'seis cau, &t-5a?o-A") 

5310 5320 5330 5340 5350 5360 5370 5380 5390 5400 
GTGTCATGCCACATTTACCATGAGGCTGCTATCACCAGTTAGAGTGCCAAACTACAACCTGATTATCATGGACGAAGCCCATTTCACAGATCCAGCAAGT 
CHATFTMRLLSPVRVPNYN LIIMDEAHFTDPAS 

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

5410 5420 5430 5440 5450 5460 5470 5480 5490 5500 
ATAGCAGCTAGAGGATACATCTCAACTCGAGTGGAGATGGGTGAGGCAGCTGGGATTTTTATGACAGCCACTCCCCCGGGAAGCAGAGACCCATTTCCTC 
1AARGYISTRVEMGEAAGI FMTATP PGSR DPFPQ 

5510 5520 5530 5540 5550 5560 5570 5580 5590 5600 
AGAGCAATGCACCAATCATAGATGAAGAAAGAGAAATCCCTGAACGCrCGTGGAATTCCGGACATGAATGGGTCACGGATITTAAAGGGAAGACTGTTTG 
SHAP1 IDESREI PERSWN SG HEWVTDFKGKTVW 

1 
D2 PDK-53 specific silent mutation nt-5547-C (D2 16681: T) 

5610 5620 5630 5640 5650 5660 5670 5680 5690 5700 
GTTCGTTCCAAGTATAAAAGCAGGAAATGATATAGCAGCTTGCCTGAGGAAAAATGGAAAGAAAGTGATACAACTCAGTAGGAAGACCTTTGATTCTGAG 
FVPSI KAGNDIAACLRKNGKKVIQLSRKTFDSE 

5710 5720 5730 5740 5750 5760 5770 5780 5790 5800 
TATGTCAAGACTAGAACCAATGATTGGGACTTCGTGGTTACAACTGACATTTCAGAAATGGGTGCCAATTTCAAGGCTGAGAGGGTTATAGACCCCAGAC 
YVKTRT NDWDFV VTTD I S E MGA NFKAERVIDPRR 

5810 5820 5830 5840 5850 5860 5B70 5880 5890 5900 
GCTGCATGAAACCAGTCATACTAACAGATGGTGAAGAGCGGGTGATTCTGGCAGGACCTATGCCAGTGACCCACTCTAGTGCAGCACAAAGAAGAGGGAG 
CMKPVI LTD- G'EERV I LAG P M PVTHSSAAQRRGR 

5910 5920 5930 5940 5950 5960 5970 5980 5990 6000 
AATAGGAAGAAATCCAAAAAATGAGAATGACCAGTACATATACATGGGGGAACCTCTGGAAAATGATGAAGACTGTGCACACTGGAAAGAAGCTAAAATG 
IGRHP K HENDQY I Y M G E P L ENDEDCAHW'KEAKM 

6010 6020 6030 6040 6050 6060 6070 6080 6090 6100 
CTCCTAGATAACATCAACACGCCAGAAGGAATCATTCCTAGCATGTTCGAACCAGAGCGTGAAAAGGTGGATGCCATTGATGGCGAATACCGCTTGAGAG 
LLDWIN'TPEGII P3MFE PE REKVDAlpGE. YRLRG 

6110 6120 6130 6140 6150 6160 6170 6180 6190 6200 
GAGAAGCAAGGAAAACCTTTGTAGACTTAATGAGAAGAGGAGACCTACCAGTCTGGTTGGCCTACAGAGTGGCAGCTGAAGGCATCAACTACGCAGACAG 
EARKT.FVDLMRRGDLPVWLAYRVAAEGIHYADR 

6210 6220 6230 6240 6250 6260 6270 6280 6290 6300 
AAGGTGGTG1TTTGATGGAGTCAAGAACAACCAAATCCTAGAAGAAAACGTGGAAGTTGAAATCTGGACAAAAGAAGGGGAAAGGAAGAAATTGAAACCC 
RWCFDGVKN NQILEEHVEVEIWTKEGERKK LK P 

> NS4A 
6310 6320 6330 6340 6350 6360 6370 6380 6390 6400 

AGATGGTTGGATGCTAGGATCTATTCTGACCCACTGGCGCTAAAAGAATTTAAGGAATTTGCAGCCGGAAGAAAGTCTCTGACCCTGAACCTAATCACAG 
RWLDARIYSDPLALKE FKEFAAG. RKSLTLHLITE 

6410 6420 6430 6440 6450 6460 6470 6480 6490 6500 
AAATGGGTAGGCTCCCAACCTTCATGACTCAGAAGGTAAGAGACGCACTGGACAACTTAGCAGTGCTGCACACGGCTGAGGCAGGTGGAAGGGCGTACAA 
MGRLPTFMTQKVR. DALDN LAVLHTAEAGGKAYN 

I 
Addifcional NS4A-21 Ala-to-Val fnt-6437 C-to-T) mutation in mater and pre-master seeds 

6510 6520 6530 6540 6550 6560 6570 6580 6590 6600 
CCATGCTCTCAGTGAACTGCCGGAGACCCTGGAGACATTGCTTITACTGACACTrCTGGCTACAGTCACGGGAGGGATC'rFrTTATrCTTGATGAGCGCA 
HALSELPE TLET LLLLTL L ATV TGGIFDFIJMSA 

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

6610 6620 6630 664 0 6650 6660 6670 66&0 6690 6700 
AGGGGCATAGGGAAGATGACCCTGGGAATGTGCTGCATAATCACGGCTAGCATCCTCCTATGGTACGCACAAATACAGCCACACTGGATAGCAGCTTCAA 
RGIGKMT LGMCCIITASILIIWYAQIQPHWIA'ASI 

6710 6720 6730 6740 6750 6760 6770 6780 6790 6800 
TAATACTGGAGTTTTTTCTCATAGTTTTGCTTATTCCAGAACCTGAAAAACAGAGAACACCCCAAGACAACCAACTGACCTACGTTGTCATAGCCATCCT 
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TE.EFFLIVLLIPEPEKQRTPQDNQLT-YVVIAIIi 

> KS4E 
6810 6820 6330 6840 6850 6860 6870 6880 6890 6300 

CACAGTGGTGGCCGCAACC^TGGCAAACGAGATGGGTTTCCTAGAAAAAACGAAGAAAGATCTCGGATTGGGAAGCATTGCAACCCAGCAACCCGAGAGC 
TVVAATMAHEMGFLEKTKKDLGI,GS. IATQQPES 

6910 6920 6330 6940 6350 6960 6970 6980 6390 7000 
AACATCCIGGACATAGATCTACGTCCTGCATCAGCATGGACGCTGTATGCCGTGGCCACAACATTTGTTACACCAATGTTGAGACATAGCATTGAAAATT 
WILDIDLRPASAWTLYAVATTF VTPMLRHSIENS 

701Q 7020 7030 7040 7050 7060 7070 7080 7090 7100 
CCTCAGTGAATGTGTCCCTAACAGCCATAGCCAACCAAGCCACAGTGTTAATGGGTCTCGGGAAAGGATGGCCATTGTCAAAGATGGACATCGGAGTTCC 

SV NVSLTAIANQATVLMGLG K GWP LSKMDIGVP 

I 
Additional nt-7026 T-to-C/I mix silent mutation in master and pre-master seeds 

7110 7120 7130 7140 73.S0 7160 7170 7180 7190 7200 
CCTTCTCGCCATTGGATGCTACTCACAAGTCAACCCCATAACTCTCACAGCAGCTCTTTTCTTATTGGTAGCACATTATGCCATCATAGGGCCAGGACTC 
LLAIGCYSQVWPITLTAALFLLVAHYAIIG'PGL 

7210 7220 7230 7240 7250 7260 7270 7280 7290 7300 
CAAGCAAAAGCAACCAGAGAAGCTCAGAAAAGAGCAGCGGCGGGCATCATGAAAAACCCAACrGTCGATGGAATAACAGTGATTGACCTAGATCCAATAC 
QAKATRE AQKHAAAGI MKNPTVDGITVIDIiDPXP 

7310 7320 7330 7340 7350 7360 7370 7380 7390 7400 
CTTATGATCC&AAGTTTGAAAAGCAGTTGGGACAAGTAATGCTCCTAGTCCTCTGCGTGACTCAAGTATTGATGATGAGGACTACATGGGCTCTGTGTGA 
YDPKFEKQLGQVMLLVLCVTQVLMMRTTWALCE 

7410 7420 7430 7440 7450 7460 7470 7480 7490 7500 
GGeTTTAACCTTAGCTACCGGGCCCATCTCCACATTGTGGGAAGGAAATCCAGGGAGGTTTTGGAACACTACCATTGCGGTGTCAATGGCTAACATTTrT 
ALTLATGPISTLWEGNP GRFWKTTIAVSMAHIF 

:> NS5 
7510 7520 7530 7540 7550 7560 7570 7580 7590 7600 

AGAGGGAGTTACTTGGCCGGAGCTGGACTTCTCTTTTCrATTATGAAGAACACAACCAACACAAGAAGGGGAACTGGCAACATAGGAGAGACGCTTGGAG 
RGSYLAGAGLLFSI MKNTTNTRRGTGUIGETLGE 

7610 7620 7630 7640 7650 7660 7670 7680 7690 7700 
AGAAATGGAAAAGCCGATTGAACGCATTGGGAAAAAGTGAATTCCAGATCTACAAGAAAAGTGGAATCCAGGAAGTGGATAGAACCTTAGCAAAAGAAGG 
KWKSRL N ALGKSEFQIYKKSGIQEV DRTL AKEG 

7710 7720 7730 7740 7750 7760 7770 7780 7790 7800 
CATTAAAAGAGQAGAAACGGACCATCACGCTGTGTCGCGAGGCTCAGCAAAACTGAGATGGTTCGTTGAGAGAAACATGGTCACACCAGAAGGGAAAGTA 
I ECRGETDHHAVSRGS AKLRWFVERNMVT PEGKV 

7810 7820 7830 7840 7850 7860 7870 7880 7890 7900 
GTGGACCTCGGl'TGTGGCAGAGGAGGCTGGTCATACTATTGTGGAGGACTAAAGAATGTAAGAGAAGTCAAAGGCGTAACAAAAGGAGGACCAGGACACG 
VDLGCGRGGWSYYCGGLKNVREVKGLTKGGPGHE 

7910 7920 7930 7940 7950 7960 7970 7980 7990 8000 
AAGAACCCATCCCCATGTCAACATATGGGTGGAATCTAGTGCGTCTTCAAAGTGGAGTTGACGTTTTCTTCATCCCGCCAGAAAAGTGTGACACATTATT 
EPIBMSTYGW NLV RIIQSGVDVFFIPPEKCDTLL 

8010 8020 8030 B040 8050 8060 8070 8080 8090 8100 
GTGTGACATAGGGGAGTCATCACCAAATCCCACAGTGGAAGCAGGACGAACACTCAGAGTCCTTAACTTAGTAGAAAATTGGTTGAACAACAACACTCAA 
CDIGESS.PNPTVEAGRTLRVLNLVENWLHNNTQ 

8110 $120 8130 8140 8150 8160 8170 8180 8190 8200 
TTTTGCATAAAGGTTCTCAACCCATATATGCCCTCAGTCATAGAAAAAATGGAAGCACTACAAAGGAAATATGGAGGAGCCTTAGTGAGGAATCCACTCT 
FCIKVLNPYMPSVIEEtMEALQRK'YGGALVRHPLS 

8210 8220 8230 8240 8250 8260 8270 8280 8290 8300 
CACGAAACTCCACACATGAGATGTACTGGGTATCCAATGCTTCCGGGAACATAGTGTCATCAGTGAACATGATTTCAAGGATGTTGATCAACAGATTTAC 
RNSTHEMYWVSHASGHI VSSVNMISRMLIHRFT 

8310 8320 8330 8340 8350 8360 8370 8380 8390 8400 
AATGAGATACAAGAAAGCCACTTACGAGCCGGATGTTGACCTCGGAAGOGGAACCCGTAACATCGGGATTGAAAGTGAGATACCAAACCTAGATATAATT 
MRYKK AfYEPDVDLGSGT RNIGIESEIPHLD II 

8410 8420 8430 8440 8450 8460 8470 8480 3490 8500 
GGGAAAAGAATAGAAAAAATAAAGCAAGAGCATGAAACATCATGGCACTATGACCAAGACCACCCATACAAAACGTGGGCATACCATGGTAGCTATGAAA 
GKRI EKIKQEHETSWHYDQDHPYKT WAYHGSYET 

8510 8520 8530 8540 8550 8560 8570 8580 8590 8600 
CAAAACAGACTGGATCAGCATCATCCATGGTCAACGGAGTGGTCAGGCTGCTGACAAAACCTTGGGACGTCGTCCCCATGGTGACACAGATGGCAATGAC 
KQTGSASSMVHGVVRLLTKPWDVVPMVTQMAMT 
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8610 8620 8630 8640 8650 8660 8670 8680 8690 87G0 
AGACACGACTCCATTTGGACAACAGCGCGTTTTTA^GAGAAAGTGGACACGAGAACCCAAGAACCGAAAGAAGGCACGAAGAAACTAATGAAAATAACA 
DTTPFGQQRVFKEKVDTR TQE PKE GTKKLMKI T 

8710 8720 8730 8740 8750 8760 8770 8780 8790 6800 
GCAGAGTGGCTTTGGAAAGAATTAGGGAAGAMAAGACACCCAGGATGTGCACCAGAGAAGAATTCACAAGAAAGGTGAGAAGCAATGCAGCCTTGGGGG 
AEWLWKELGKKKTPRMCT REE. FTR KVRSHAALGA 

8810 8820 8830 8840 8850 8860 8870 8880 8890 6900 
CCATATTCACTGATGAGAACAAGTGGAAGTCGGCACGTGAGGCTGTTGAAGATAGTAGGnTTGGGAGCTGGTTGACAAGGAAAGGAATCTCCATCTTGA 
IFTDENKWKSARE-AV.E. DSRFWBLVD'KERHLHLE 

8910 8920 8930 8940 8950 8960 8970 8980 8990 90C0 
AGGAAAGTGTGAAACATGTGTGTACAACATGATGGGAAAAAGAGAGAAGAAGCTAGGGGAATTCGGCAAGGCAAAAGGCAGCAGAGCCATATGGTACATG 
GKCETCVYNMMGKREK KLGEFGKAKGSRAIWYM 

9010 9020 9030 9040 9050 9060 9070 9080 9090 9100 
TGGCITGGAGCACGCTTCTTAGAGTTTGAAGCCCTAGGATTCTTAAATGAAGATCACTGGTTCTCCAGAGAGAACTCCCTGAGTGGAGTGGAAGGAGAAG 
WLGARPLEFEALGFLNEDHWFSR-EN. SLSGVEG EG 

9110 9120 9130 9140 9150 9160 9170 9180 9190 9200 
GGCTGCACAAGCTAGGTTACATTCTAAGAGACGTGAGCAAGAAAGAGGGAGGAGCAATGTATGCCGATGACACCGCAGGATGGGATACAAGAATCACACT 
LHKLGYILRDVSKKEGGAMYADDTAGWDTRITL 

9210 9220 9230 9240 92SO 9260 9270 9280 9290 9300 
AGAAGACCTAAAAAATGAAGAAATGGTAACAAACCACATGGAAGGAGAACACAAGAAACTAGCCGAGGCCATTTTCAAACTAACGTACCAAAACAAGGTG 
ED I-KNEEMVTNHMEGEHKKLABAIFK. LTYQNKV 

9310 9320 9330 9340 9350 9360 9370 9380 9390 9400 
GTGCGTGTGCAAAGACCAACACCAAGAGGCACAGTAATGGACATCATATCGAGAAGAGACCAAAGAGGTAGTGGACAAGTTGGCACCTATGGACTCAATA 
VRVQRPTPRGTVMDI ISRRDQRGSGQVGTYGLNT 

9410 9420 9430 9440 9450 9460 9470 9480 9490 9500 
CTTTCACCAATATGGAAGCCCAACTAATCAGACAGATGGAGGGAGAAGGAGTCTTTAAAAGCATTCAGCACCTAACAATCACAGAAGAAATCGCTGTGCA 
FTNMEAQLI RQMEGEG V F KS I Q HLT I T E EI A V Q 

9510 9520 9530 9540 9550 9560 9570 9580 9590 9600 
AAACTGGTTAGCAAGAGTGGGGCGCGAAAGGTTATCAAGAATGGCCATCAGTGGAGATGATTGTGTTGTGAAACCTTTAGATGACAGGTTCGCAAGCGGT 
NWLARVGRERLSRMAISGDDCVVK PLDDRFASA 

9610 9620 9630 9640 9650 9660 9670 9680 9690 9700 
TTAACAGCTCTAAATGACATGGGAAAGATTAGGAAAGACATACAACAATGGGAACCTTCAAGAGGATGGAATGATTGGACACAAGTGCCCTTCTGTTCAC 
LTAL NDMGKIRK DI QQWEPSRGHNDWTQVP FCSa 

9710 9720 9730 9740 9750 9760 9770 9780 9790 9800 
ACCATTTCCATGAGTTAATCATGAAAGACGGTCGCGTACTCGTTGTTCCCTGTAGAAACCAAGATGAACIGATTGGCAGAGCCCGAATCTCCCAAGGAGC 
HFHELIMKDGRVLVVPCRNQDELIGRARISQGA 

I 
Additional nt-9750 A-to-C silent mutation in master and pre-master seedB 

9810 9820 9830 9840 9850 9860 9B70 9880 9890 9900 
AGGGTGGTCTTTGCGGGAGACGGCCTGTTTGGGGAAGTCTTACGCCCAAATGTGGAGCTTGATGTACTTCCACAGACGCGACCTCAGGCTGGCGGCAAAT 
GWSIr-RET.ACLGKSYAQMWSLMYFERRDLRLAAN 

9910 9920 9930 9940 9950 9960 9970 9980 999.0 10000 
GCTATTTGCTCGGCAGTACCATCACATTGGGTTCCAACAAGTCGAACAACCTGGTCCATACATGCTAAACATGAATGGATGACAACGGAAGACATGCTGA 
AICSAVP S HWVPTS RT TW S I HAKHEWMTTEDMLT 

10010 10020 10030 10040 10050 10060 10070 10080 10090 10100 
CAGTCTGGAACAGGGTGTGGATTCAAGAAAACCCATGGATGGAAGACAAAACTCCAGTGGAATCATGGGAGGAAATCCCATACTTGGGGAAAAGAGAAGA 
VWNRVWIQENPWMEDKTPVESWE. EIPYLGKRED 

10110 10120 10130 10140 10150 10160 10170 10180 10190 10200 
CCAATGGTGCGGCTCATTGATTGGGTTAACAAGCAGGGCCACCTGGGCAAAGAACATCCAAGCAGCAATAAATCAAGTTAGATCCCTTATAGGCAATGAA 
QWCGSLI.GLTSRATWAKNI'QAAIKQVRS-LIGNE 

> 3'-Noncoding Region 
10210 10220 10230 10240 10250 10260 10270 10280 10290 10300 

GAATACACAGATTACATGCCATCCATGAAAAGATTCAGAAGAGAAGAGGAAGAAGCAGGAGTTCTGTGGTAGAAAGCAAAACTAACATGAAACAAGGCTA 
EYTDYM PSMK RFRREEEEAGV LW* 

10310 10320 10330 10340 10350 10360 10370 10380 10390 10400 
GAAGTCAGGTCGGATTAAGCCATAGTACGGAMAAACTATGCTACCTGTGAGCCCCGTCCAAGGACGTTAAAAGAAGTCAGGCCATCATAAATGCCATAG 
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10410 10420 1043Q 10440 10450 10460 10470 10480 10490 10500 
CTTGAGTAAACTATGCAGCC^TAGCTCCACCTGAGAAGGTGTAAAAAATCCGGGAGGCC&CAAACCATGGAAGCTGTACGCATGGCGTAGTGGACTAGC 

10510 10520 10530 10540 10550 10560 10570 10580 10590 10600 
GGTTAGAGGAGACCCCTCCCTTACAAATCGCAGCAACAATGGGGGCCCAAGGCGAGATGAAGCTGTAGTCTCGCTGGAAGGACTAGAGGTTAGAGGAGAC 

10610 10620 10630 10640 10650 10660 10670 10680 10630 10700 
CCCCCCGAAACAAAAAACAGCATATTGACGCTGGGAAAGACCAGAGATCCTGCTGTCTCCTCAGCaTCATrcCAGGCACAGAACGCCAGAAAATGGATG 

10710 10720 
GTGCTGTTGAATCAACAGGTTCT 
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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:l (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-

l/dertgue-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, hepatitis C virus, and 

a combination of two or more thereof. 

10. A kit comprising at least 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. 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:l (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. 

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. An isolated 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, attenuated 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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