WD 2013/ 009849PCT/ US2012/ 046222 PARENTERAL NOR VI RUS VACCI NE
FORMULATI ONS CROSS REFERENCE TO RELATED APPLI CATIONS [M |1 This application
cl ai ms prworotypopsaoU, S. Provi si onal Patent Application @CrAG8)44¥6221i | ed on
July 1l, 2011, the entire contents of which are incorporated herein by
reference. FIELD OF THE | NVENTI ON [ 00021 The invention is in the field of
vacci nes, particularly vaccines for Noroviruses. In addition, the invention
rel ates to nethods of preparing vaccine conpositions and net hods of

i nduci ng and evalpligls GgrRUQ! REIHYEIRTTYNR ¢SSP POIEN UR9AHERIs Norovirus in
humans. BACKGROUND OF THE | NVENTI ON 10003] Noroviruses are non-cultivatable
human Cal i civiruses that have energed as the single nost inportant cause of
epi dem{ (it BEERRENOE TMoRbactiell APPQHstTIOBMt eritis (A ass el al., 2000;
Hardy ei al., 1999). The clinical significance of Noroviruses was

under - ¥ echatepdliqtipokiafios plieitdey &l Dphentiond] Faems Apphatinolbectb.ad?, filed

di agnosti.c, assays. .. The.cloning of .the prototype genogroup | Norwalk virus
(N odiorind TadtT we SR GatReT oAt b D Sy Pl R AP RO ey from a
reconmbi nant Bacul ovirus expression systemled to the devel opnent of assays
that reveal ed w despread -Norovirus infections (Jiang et al, 1990; 1992).

[ 0004] siNorw\igrusesnaEe1singl e- stranded, positive sense RNA viruses that
contai n a non-segnmented RNA ganine. The viral genome encodes three open

r eadi ng?0Rhkbs inveftionhs eHhe Aeldlodt pemepigrisplsely fypcdipe fprloelgerissh Bf the maj or
capsi d pk.qf ei minar ..structural. . protein, .r. ctively ((dasscet al.
2000) . ool A0t By RS b heoRl Gl el BERETIAE wkBoBEP T % e
capsi d iphotngiznd of alddipg andeatier frainnnotchensdNoomiMsesrusse biimassenbl es into
VLPs that structurally mmc native N-orovirus virions. Wen viewed by
transm ssion el ectron m croscopy, the VLPs are norphol ogically

i ndi st iFxgutshahas brorer megtiregus virions isolated from hunman st ool

sanpl es. 100051 | mmune responses to Noroviruses are conplex, and the

corr el A3} Brrigte et i &y afabi huigi Gdie g ees it daredre sidraribyordnt eer

st udi e?a:aog?{n{ ngiga%dﬁ\gctoh ﬁ%ﬂi@i@:}'}ﬁ/c% Yﬂééﬁ o‘g ﬁ&%%&ﬁﬁtg%@r&ﬂ%u%ﬂ?@lr la){: %@' ved
Menory i nmune responses prOV|3%d short-term protection frominfection and
suggesteait dat., V8L Te- dediabtigd iprmot eClboniriss wasibirepfikiindésnot o tet a/ .
2003; @ar@inq>?tf@|$.l977i WWa?;,et,aLﬂ,l9 ﬁ . OOO@ Al t hough Nor ovi,r us
cannot “BEEUTTT Vat8u " " VI s CEIeS o T he: §v FeaBRe g’i? %‘F“’@Pg B thei r
abi | i t Wr@alReips oducaaiod shatgersiRntd 1 ©6is-160nsitdRE abl Bs)pr@gs ess has been
made in defining the antigenjc and structural topography of the Norovirus
capsi dfeoyrpEapt Ba@iqydut ReEuiHaRt e 'Contio traEancl erav i piErYeldsi d

protei %f’im*nlegd Nﬁﬁkﬁiﬂgjﬁf&%oh@{ﬁaﬁ%'e?PMSlEg)@p@éQQ?, material . Consequently. VLPs
mmc the tfunctional interactions of the virus with cellular receptors,

t her ebytHHi dotavagsanrappriopriratd rhosve amuRd A egponiet ashisire daeki ng t he
ability to reptroduce or gcause.infection, Ln conjunction wtheth [H,

ayl or e EERL SR Rt IR LSRN B SR AP PR | une
r esponsesr tvo HMcii s pradubtivredt thodjt earssl jrotcmndcadi@nd Gsuctaral protein,

investigator-sponsored Phase | clinical trial. Oally adm nistered VLPs
were s& S@e%ﬁa@i(ﬁ%%ﬁa’ggw’r@@%i n\’\'ﬁ@aﬁvﬁ%%@{f@aﬁe‘g&ﬁ v 6@@%@?;& GG OTacket et
al . 20Q@)emBule caPUll bR o ARYL 8nPEer@id RhANNSiMA, S 2RBHRLs Rko VEpPRaver e
required to observe an i nmune response. At other academc centers,

precl i Airedpraby pemicnafivs Npovass wabnhoWeksviave b Bptrs st eebtion Hapesiesht  of
i mrune 4 espENSeEs, L. P en .adm ni. gt I anas N1t erial
MGt SR R R R R
Per i w atocktanglies. 2003; Souza et al. (2007) Vaccine, Vol, 25(50):8448-59).

However, tective i ni agai nst Nor.oviru.s in humaps remains.el usive
becausdRE IR CE P dr N G et N i ESSPER s of NHGHANE: v st i1
not be@Bwd.pardutidaentiifhad ofiiescbstidikt al-aueba weh ndfive (ARQ1IRhoBREMIhReV.
-Vaccines 9 §),,299-307)_ SUMWARY OF E 1 NVENTI ON [ 00071 The present

i nvent EB§oTasly dsHEEHMenATYFEINTUNC GRFDOIES o8 ey ity ICHR P UCSA Floar wosEoBindg
Norovirus vaccine elicits a rapid, robust protective i Mmune response

agai nst Norovirus in humans when adm ni stered parenterally. Accordingly,
the present invention provides a nethad of eliciting protective imunity
agai nst -Norovirus in a human conprising adm nistering parenterally to the
human no nore than a single dose of a vaccine conposition, said conposition
conpri sing genogroup | andi or genogroup Il Norovirus VLPs, wherein said
conposition induces at least a three-fold increase in -Norovirus-specific
serum anti body titer as conpared to the titer in the human prior to

adm ni stration of the conposition. In certain enbodi nents, the increase in
Nor ovi rus-specific antibody titer is induced within seven days of
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G 1.15 (J23--USA02); CGH. 16 (Tiffin-USA03); Gl1.17 (CSEl-U SA03); 4G 1.18

(Q W01/ 2003/US) and A1.19 (Q WL70/2003/US). [00251 By "Norovirus" also
her ei n i swoearsiooss#gonbi nant Norovi rus virus-1|i ke parti clPe3/uSeN@B46222 Ps). I n
sonme enbodi nents, reconbi nant expression of at |east the -Norovirus capsid
protein encoded by ORF2 in cells, e.g., froma haculovirus vector in SM
cells, can result in spontaneous self-assenbly of the capsid protein into
VIPs. In sonme enbodi nents, reconbi nant expression of at |east the Norovirus
pr ot ei ”§oo%&€@%€iw&)émgﬁ'fddm%&%ﬂ?g@oﬂ 1 (8hl S iclinith MBS DAEH PYigUS vect or
in Sf9 cells, can result In spontaneous self-assenbly of the capsid protein
into VIPE; ‘Mf?ltt Pglar®4structurally similar to Noroviruses but | ack t he

et uad g ATaNE AR RE S RE B PR TBLe B P TR AP ey ol Ok ™
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i ncl ude Nor.ovi.rus geno roup | stg%ﬁn Fl u/ No- V/ V\est, Chester/éoo UUSA,

G enBafK AESEYS FEhING T AVDEGTRY O CHF DY Ui M S e\ HIEaRBiaRic 'ABOE88) ;

Nor ovi rcemg@;ngfg Bpﬁ*ak:' pngz Sbhi@budth %élmwggnémﬁ%umis@héﬁL}Q&%MSA GenBank
Accessi on No. 015; Nor ovi rus genogroup 2 strain

flul No‘woriavlé@ftib/ ‘wﬁsﬂusm thcBmBaik! ARtcedshon! o virgys 2 o rlar Keeoigrss us

genogr - I ; el d/ Nk ACEessi an. No.
Avs090 e KTk ShlaBa hEE AL Sty o SRR AR A B O&M ™ cengani
Accessicame Mmiﬁ%@ﬁumb&bﬁ owihtiusNGE Mg upe dtMalifine studied the humoral,

Hul N6V/ Cant 999/ USA, GenBank Ac AY502011;. Nor ov genogr oup
2 stra™°F F"}‘ %V{‘*‘*riff‘@i‘?ﬁ THFGFo-1p g‘;‘% éh@gﬁwhﬂc‘@ Lopn™ de“d‘fﬁ%“ozow

N- Or OViikl4Sti GeRAgE QR aShal 1kichi i OMBPEMH2002( UBA: wrnBankdAccessi on No.
AY50200; Norovirus eno rou 1 strai n Hul NoV/ W sconsi n/ 2001/ USA, GenBank
ACCGSSI‘@?’QWR%QFM‘YSQQ Hrepel é%‘}?@aﬁ@@bmwi SYPA But, multiple doses of a
Fl uNo- , ; ]3 us
genogr o et é%?%*ﬁﬁﬁﬁk%?ﬁﬁ S0P TE R Al K
AY5020 @&;dcmm owiar §r agb'mio@ra@ m;rﬂcr&t mamndFinu/ddie -h\ﬂ S[ Mtnﬁqaayéiﬁﬁﬁ%%e&jaﬁf
GenBank_Accessi on it Y5 200‘\2? W?I K vi rﬁs?ﬁ&q@ et.e %gnor% GenBank
Accesm”Bﬁ“%m“Ri&“%hB GOTEBGHRET T FUE Y &P SEOPIR & 1679 Vg8 Hom ¢ RNA,
conpl efgugenODE.. BenBankiiResessi-on. Non4; ABLSN21 4L 2D8: OMiaUs 4. (2007)
Hu/ Hokkai do/ 133/ 20031TP GenBank Accession No. AB212306; Norovirus Sydney
7712, CHERABARK ACOEEBISGMERE). TAYWSTEEPSBectiNg FRBIPRILY pHaRs! BoTosiThs 'S NP00D, 1A,
GenBank. Agts S8l AN D0 AR AL oL ASHRL EriubiR: %91'1@ s ugk&gﬁ%%n%wank
Accessi on No. X86557; I\Iorwa ke "virus genomc GenBank
Accessivom NovrlyABOMSE0 8:lciNgrivaldeewier ais (ZOWD ROLE/F009848RET SUSZDE2A 046222
strain Vietnam 026, conpl ete genone, GenBank Accession No, AF504671;
Nor ovi rus Ht hl GH. 4/ 2004/ N L, GenBank Accessi on No AY883096; Norovirus
Hu/ GH Hekwisihry 08/ nGeaBankrAccessi on No. AB 195227; Norovi rus
Hul GLJ/ Karno/ 03/ JP, . GenBank kK Accessi on No. AB 195228: Norovirus
1t 1 GIUTHDF BIETept inv gten iChIESkR PABCESES GRCNSD e ToRBoRose RbF ST s

Hu! G Tf\ JORD2APs D r&%@%r&@&?@%h@ﬁmb@uﬁ&i}s@%gﬁgﬁ NNR&QM Eﬂ"ﬁumdns when
HuNt . : V/ GH/ Neustreittz260/ 2000/ DE, GenBank Accessi on No. 72730;
Nor ovi rdeinkidg mmc@gﬂeﬁmwhpys NSt LOoTNER piasiiBan mcm@é@§ SliomMNo.

No. - avasene: HePAS Tt L R rR a5 o R L8 s o

AY58798#maiNas eroird than kailnhcNGW 6 ey BAS24:208310h)#id cGapsBankoApdessi on No.
AY588030; Norovirtis Hui NI N{gﬁnbur%gﬁg&%zpo:{, TK, GenBank, Acggss{i on No.
AY5880§§QOWO\\ﬁnle?§ SFROGT NV, ifsla ttONT 50 U?{np‘t%}r‘i’%é SR8 bn No.
. AY5880885- fINO IRWIatis NrbiNNLEI HE Q-4 BASRUR0Q3 ks 3dparieRBankicAGc@ssi on No.
AY588027; Nor ovi rus riu/ NLV/ Oxf or d/ B8S5/ 2002/ U- K; nBank Accessi on No.
AY5880 28manptien/p adeititiaing N O tont B84 po0s/H1embpe M BRriRCASE 65 S | on No.

AY5880 ‘1S, T4 5\ 3

AY5880§§’T°VR% %@E%&ﬁﬁbﬁﬁﬂ% &é‘ﬂ{cﬁgg@é’/g‘z% "Q%{% @ B@‘Q . cﬁﬁiﬁ‘?gﬁn No
AY5880233¢ d‘ﬂohmurmmsitibixdhmltu\ik xbodidicBE SRt QQ(QBdeofﬁpo@amBamﬁmAuﬂasé tootke No
AY588022; Norovirus Fili/NLV/ Oxford/ B6S6/ 2003/ UK, GenBank Accessi on No.
A.Y588021; Norwal k-1ike virus isolate-Borrhirski WOJ UK; GenBank Accession
No. AY126468; Norwal k-1i ke virus isolate Boi Penrith55/00/ U K, GenBank
Accession No. AY 126476; Norwal k-like virus isolate

Bo/ Aberyst wt h24/ 00/ UK., GenBank Accession No. AN 126475; Norwal k-11ke
virus isol ate Boi Dunfries/94/1JK, GenBank Accessi on No, AY 126474;
Noroviru.s -NLVIIF2036/ 2003/ 1raq. GenBank Accession No. AY675555; Norovirus
NLV/ WL998/ 2003/ 1 raq, GenBank Accession No. AY-675554; -Norovirus

NLVI BUDS/ 2002/ USA. GenBank Acce55| on No. AY660568 Nor OVI r us NLV/ Par| S
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100411 The procedures of production of norovirus VLPs in insect cel
culture have been previously disclosed in U S. Patent No. 6,942,865, which
is incorpyoabsdobsavei n by reference in its entirety. BripeTius0ia/0edby | -
fromthe 3 end of the genone containing the viral capsid gene (ORF2) and a
m nor structural gene (ORF3) is cloned. The reconbi nant 'bacul oviruses
carrying the viral eapsid genes is constructed fromthe cloned cDNAs.
Norovirus VLPs are produced in SD or H5 insect cell cultures. WO

2013/ 0@%&&@ Peth %?,Q 1%19“’@3%@1%3&1@9‘4 %%w!d@rn%@r@ nﬁmﬁﬁgbﬂ%%ﬁm of Q@m?ﬁ@ﬁ%h&?
conmposi tion conprises one or nore adjuvants in conbination with

Nor ovi i sntamircgi@mmmst a@dicwennpsticontdivmigosd bsthahveadbs ﬂ@m@dnmnuﬁm ot ect
the anti i.d catabollsn1 such as al um num hydr oxi de or m nera

oil. a Irl%f eny a[Jmmxlsﬁ%at o1,

or i mmune responses, such as Bordatella pertussis or
My cobag¢est wne tinerictd @am&, denpotRbnPEol RinhSise St abiRuasl |y vadtost BI0eLg
commercially avai | abl e as, for exanpl e, Freund's |Inco Iete Adjuvant and
Conpl ePéé%]é:W‘QHtP\%ﬁlﬂfeé LPsphasmapiorp 89N orps oy ks, M Hh) In queiodknady ivant 65
(Merck %Q‘? 9350 JdNcing B%E'V\%}{:wnwc\ 1%1%(:%'&?@@?“@0}5}? L &%&8@109? pal um num
hydrOX| e or al um num phosphate; C|u ron or zinc;
an |nsékm@haméﬁébemsd@w<ﬁta®bv1%cmymn$cﬂenawyhﬁhed'émgar@phnmmmﬁmhcally or
anionicallé derlvatlzed olyggc hari de I,ﬁhpgfhggﬁges;Jbiﬁdegradable

mi cr os SRBPE ORI "R P03 e %B‘t% 1}/ ORNE AFED PiePlte, but are
not i %tbﬁ@in{f@t tﬁccgolnpbl;ilﬂ@n ESEGREORo bbkRha 290N 8t %no%ﬁb iy Sk aﬂiiluy\/{L@Ulnl i ke
receptor type 4 (TLR-4) agoni st sraonophosphoryl Tiprd A (MPL), synthetic
lipid Agt Jmmudcrﬁbwﬁuﬁremu &8 conpaftalnogsiprisal o sl 03 dgtalgrmgsii saponi ns,
mur anv _di peptide (MD P) derivatiyves ) pG.ol i gos, Ilpopolysaccharlde
([PS) OFrgriamdgatt § \ié? BREreFT Od%ﬂiﬁyéfﬁog!aﬁ%&%%@miém 1€ 181, g Yosotfes,
cochl e%%i%ﬁa o POl Yot AGLE 98p6 OTY G0 HES YL b PLA b h GIQRRE LV CA &S miﬂf?'l [Qxamer

particl’es,” mcroparticles, |i1posoraes, oil-in-water enulsions, M59, and
squaleﬁéﬁkln sone enbodi nents, the adjuvants are not bacterlally-derlved

ex0t oty 1 €48 LRRe S RS b F LIS POMNATE il shupt st e 2 i type
non- tOXhm;sdﬁmamabmyﬂsdﬁwjpmmpdamnfdmmﬁe@margexlxdg@ up Isvial pofients chkR- 4 agoni st

t hat has been devel ope a vaccj adj uvant (Eyans et al. 2003)._ 1In
pre-cl ieﬁ*ibt‘gff“"ﬁﬁf}?cﬁ?i‘g%‘ g%f%omfil‘a}«.%g%l?m e ﬁa?éé%%féiﬁ*%‘ﬁ ﬁﬁat%“%ﬁﬁgﬁhé

secr et Qb Yoty @St MBlohi:8S 1BY%aL@M GubdAURm ahe & &x%?&ﬁlﬁ@%o(cﬁ%@ Kiidgeoehridla 2000;
Yang et” al. 2002). It has al so been provén e safe and effective as a
vacci n@atzfd:} It Ipm Ndrvatkaatus. sinmh@w@ﬁcﬂgﬁ datigyentiharece20 000l Nragvient s
(Bal dri - 0 | e

|nductﬁg%3% ﬂ%ﬁﬁglg o Eﬁfgg q%%ﬁ“% %%K“$ggﬁﬁ&¥%€%S?%?ygﬁg&gépg E?lcapable
of eli Girtihngp mmﬁmdfmmm mum:eogres;ptir}%& iagai ifstecompwkde capaiigeoiof from

i nfectious gens, udi.n oth ram ne e and posi.tive

bact or PR ISGLERaNEE PP s T S3Fther e e e oo GG St al
2002) . iinglsusiops SfneMRld fdin \i‘@gﬁ@‘lsﬂ)% Jrafpieadis Q&ﬁluﬁ@ﬂiﬂﬂ@n@r@d@ deickaphd

i nduction of innate responses, eliciting nonspeC|f|c I mmune responses from

viral dhand @%@@iwmbéd@ﬁﬁé%l Frgogrer §deptire Yiddponwese gemsidaredinpy t he
antlge@%%n% Q%ﬁyg(v§00|ne WD 2013/ 009849PCT/ US2012/ 046222

[ 00451 the present invention provides a conposition
conpri $#Hd! hnmmghnsﬂmdnymﬂ ﬂmndcﬂni&ﬁﬁﬁmb@n?mﬂﬂx€Mamyhamddmmvmnwﬁm&phoryI
lipid A (3D ML) as.an, enhancer .qof adapti.ve and innate i mcally
5 weL TS S TR Ba Pt e D R e R G O TR . B of
6 acyl at@giirhakfser Aopkehehreehdnopisphord 1Ped Qaeytial ed:connephesphoryl 1ipid
A is disclosed in European Patent 0 689 454 91 (SmthKline Beecham

Bi ol ogite@ilg agrydinyg. éhb PEOHES PP BB AY HER EF e gyylh%ﬂé?r dR 6REEY CPROHREE Rer
enmbodi ”E\%fkhcmhh @m@éo%ﬁ%ﬂtcoha Ment, 904iA M, g&% A kﬁﬂ”@&?&i&h%n@%@édaé

synthetic lipid A m meti cs or anal ogs, such as BioMra's PET Lipid
A, or synt hmbvdm“@leﬁmﬁbat axostaﬂs cdegpghedmnto fiftiacedngnisk ke ff, sRS agonitstis:,
égf)ﬁsén'?ﬂm it“e}?fbmﬁat‘?o?ﬁ“ odfqdﬁdi’%g%% C"“&bccg" %E’I‘"%‘“g*’%go@%‘ B da“‘fé&‘»r. bed
above. In one particular enbodi nent, tshe two adjuvants are NPL and al um num
hydroxi de (e.g., alunm). In another particul ar enbodi nent, the two adjuvants
are MPL and oil. [0047) The term "effective adjuvant anmount” or "effective
anount of adjuvant™ will be well understood by those skilled in the art,
and includes an anount of one or nore adjuvants which is capabl e of
stinmulating the i mmune response to an adm ni stered anti gen, an anount t hat

i ncreases the i mune response of an admi nistered antigen conposition, as
neasured |n terms of thellgA Ievels in the nasal mashlngs serun111 (1 or
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[ 00641 In one enbodi nent of the nethod, the subject is a human and the
vacci ne confers protection fromone or nore synptons of Norovirus

i nfecti orwwOAbt3moosyd ot hers have reported net hods of i ndecirrug2@n/oseune
response with Norovirus antigens (see U S. Patent Application Publication
No, US 2007/0207526), the indicators of a protective i Mmune response

agai nst Norovirus in humans have still not been clearly identified

(Her bst-Kral ovetz etal. (2010) Expert Rev. Vaccines 9(3), 299-307). Unlike
sever al,,\a6GirNeSukh 8L {MbddieeNSEH ViR itd8nidoSiodGE £uBliE 86 4 NGREES, Of the
vacci ne correlates wth serun1ani|bod|es studi es have shown that markers
of an immeneforespongle, such as increased titers of serum|gG antibodies
agai nst Norwal k virus, are not associated with protective immunity in
humans (Johnson ei al. (1990) J. Infectious Diseases 161: 18-21), Moreover,
anot her study exam ning Norwal k viral challenge in humans indicated that
susceptj bili wal ki ctio s tnultifactorial and included
factoréﬁgh%ﬁﬁ§§%§3%?é§%¥¥g$g%§%4%ﬁg ggnory rancosal i mune response

(Li ndesgitihrelarah, R&@Q@@Qpe&a{iqgﬁ Medi §lcR8ri8; cSBme®23dm 1£Q08A] 2 Regause
Norovirus I's not able to be cultured in vitfo, no viral neutralization
assays laicl four heny yobezvmm abynentzo pEresicolEy wa@s&y “Whisehrgd er yesceas a

hr) | S Rh s e R A BRSO sk B A U g 01 P on
vacci n@f:m@%@di&mm‘bﬁ@ NP, tThel @hmbﬂnt nHae n&ggdmhma}u o0 af aam}ige (B‘ﬁ oat ed
red bl ood cell s by vinms V-LPs because Nonyvirus VLPs bind to red bl ood
cel | artfiyeis iy %f%’n fﬁ’i @% B B6dotes iRyt 7@%%&%%?@ 1S S5 HEUHPEE  known as
a car bohyedral ez BlQGkbnge @&%QJ im@nikdtidaS \‘Mt&% V&8 f infligid MBS LR@ly
ability of antibddies to block binding of the virus or V-LPs to bl ood group
antlge@dﬁﬁﬁwmkyﬁrates on a red blood cell. In this assay, a fixed anount of
-hbrOV| Ps ed. wi t fixed amount of bl o IIs serum
rom | iR Yook QWIS A 8 b SR BTG o SoRp S RaRar B Br P

ant i bodives, ﬁmﬂnbumﬁﬁ vdiodies inmibidizdai mddxhﬁbahhﬁv MlifRg;! a\m@@etm} ionhkldctdeng t he
agglutlnatlon of the red blood cells. As used herein, "functional

ant i bodPgraticgrariaRgidaht f H¥ et Hatachrbe eapamve [dMNARIEi Yihgd he

i nteract I u L ; ;

2013/ 0SB TOBET U013 040522 oot Gl T ant oans ' A o
functlQﬁa&ﬁﬁnﬁmbmdyQWmhﬁmaﬁsﬁbmu®ma®emtd$mfhﬁﬁbb4bbbﬁﬁﬁgmdhg anti gen (HBGA)

or carbohyd at e bl.ocki. nt i tit

Nor ovi FOOVEER R RN AR RO bR B LS 5 ehe vl assay
descrlm@dwahmmggg{h@d§a@uﬂ}@u1§g of Norovirus-specific functlonal

anti bodi es can al be measured using an ELI SA-based assa

car bohy¥fHai Eﬁ@l%ﬁﬁf@éﬁs ?iaBdird A‘t%“%rf ECHITIES FOMBIFSSAHY I&iéfigér ﬁ%iéMF

bi ndi ng..L.Q d“u@ﬁéﬂ&ﬁblhﬁc&%&ﬁ&&%d 1Htr£1ﬁ§m9¥aﬁ§%@ﬁg»i&ﬁbégﬁh&%i@§?ac§§ﬁﬁp| el
and Reeck el . (2010) J Infect D's An i ncrease
in the {dﬁrewéduoofx oNemow T, U§- Epec T ez faghof gmgrmﬂlimp@smc\éirf? bal an

i ndi cat or of rotecti ne response. Thus 0 nbodi nent, the

i i SET T BN ST} M aR TG AT B GLES G ToTHNT (BB | 51 g an

I ncr easetbdlytie SRHMN td frelimafunNation Wicfy s speciifil @) hineti-omal (|nt i bodi es as
conpared to the serumtiter in a human not receiving the vaccine. The serum
titer ORUNGFOWTbswEFecirh ef huderrsmarsaht prbel &ysif %fltéﬁfw@nawnamn

prot ectlye L imung a%smg%m%s&@m' Y RuSEPIREL & ﬂ#ahk&fmﬂ{t Ler

t han 40 50 75, "100, 125, 150, 17/ as neasure the HAl assay or
bIochn&yiQ%mW%XBT)SO (50@6|nh|b|t|on of H antigen blnding by - Norovirus

VLI 3s) trlc an tlt 250, 300, 350,
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ASC/mllion CO19 cells - Day 7 Vacci ne Response Percent Vaccine Specific
Nor ovirus-specific Bcells I gA Q.1 1gG Al IgAdl.41gGAl.4 Specific to
CLI SpeciwoDcot3mo®@4b. 4 Percent of Total G rcul ati ng PBMCPGEarsetziogs2eean Al 5
1.1g dose (n=5) 30947 13807 10947 3945 4.48% 1. 49% 5. 96% St andard Devi ati on
Al 5 Ks dose 667 9780 3651 2261 WD 2013/ 009849PCT/ US2012/ 046222

ASC/ mllion CD19+ cells - Day 7 Vacci ne Response Percent Vacci ne Specific
Specific to Specific tPercent of

titers} for anti-GL1 (A) and anti-GH 4 (B} antibodics arc shown for cach of the dosage levels at 7
and 21 days after the first immunization and 7 and 28 days after the second immunization.
Volunteers recetved immunizations on study days § and 28.

{0020} Figure 10, Rosults of pan-ELISA assays measuring combined scrum IgG, IgA, and g
fevels from human volunieers immunized with either a Norovirgs intranasal, monovalent vaceine
as deseribed in El Kamary ef o/, (2010} J Infoct Dis, Vol 202011} 1649-1658 (LVO1-103
groups) or a Norovirus inframuscular, bivalent vaccine as described in Example T (LV03-104
groups) at the indicated tiroe points. Homan vohlunteers received etther placebo or two doses of
either the mtramuscular or intranasal vaccine formulation. The mtramuscular, bivalent
Norovirus vaccine contamned 5 pug cach of a genogroup L1 Novrovirus VLP and a genogroup H 4
MNorovirus VLP. The intranasal, monovalent vaccine contained 100 pg of a genogroup L1
Norovirus. Volunteers receiving the intranasal vaccine or placebo were challenged with live
MNorovirus following the second immunization.

{0021} Figure 11, FACS analysis of peripheral blood mononuclear cells obtained from human
volunteers on Day § prior to immunization with either a Sug dose of Norovirus intramuscular,
bivalent vaccine (A} or placebo (B) and Day 7 post-immunization. U2 9+ PBMC are mucosally
targeted as evidenced of expression of alpha 4/beta7 homing receptor and chemokine CCR1(

receptor.

DETAILED DESCRIPTION OF THE INVENTION

{0022} The present invention relates to methods of cliciting a protective immunity to Norovirus
infections in a subject. In particular, the present invention provides methods of eliciting a
protective immunity against Noroviras in a human by parenterally administering to the human no
more than a single dose of a vaccine comprising Norovirus VLPs and optionally at least one
adjuvant, wherein the vaccine confers protection from or amelioration of at least one symptom of
Worovirus infection. The inventors have surprisingly discovered that intramuscular
administration of no more than a single dose of a vaccine composition comprising Norovirus
VLPs to humans induces a rapid (f.e. within 7 days of immunization) serum seroconversion {i.e.
at least a three-fold increase in antigen-specific serum antibody titers above pre-vaccination
levels) that is indicative of a protective timmune response against Norovirus infection and illness.

The immune responses induced by this single dose vaccine composition plateau at high antibody
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G .1 611.4 Total Norovirusspecific BIgAIgG IgA IgG Circulating cell sGUGJ
Gll.4 Gl1.4 1131%4C Ceonetric nean A2 2529617004 15 pg dose (n=4) 7108
4336 4, 238020 B4mE937% St andar d Devi ati on A21084618PC0/USOHS/ 0527
151. 1. g dose Geonetric nmean A33615820572 14103 2549 501.1ig dose n=4)
5.67% 1. 67%

titers similar to that obscrved with natural infection by administration of Hive virus in human
challenge studies. Interestingly, a boost dose of the vaccine 18 not required as the immune
response 18 not increased upon further administration of an additional vaccine dose.

{8023} The invention provides a vaccine composition comprising one or more Norovirgs
antigens. By “Norovirus,” “Norovirus {NOR),” “norovirus,” and graromatical equivalents
herein, are meant members of the genus Norovitus of the family Caliciviridae. In some
erobodiments, a Norovirus can include a group of related, positive-sense single-stranded RNA,
nonenveloped virgses that can be jnfectious to human or non-human mammalian species. In
some embodiments, a Norovirus can cause acute gasiroenteritis in humans, Noroviruses also can
be referred to as small round structured viruses (SRSVs) having a defined surface structure or
ragged edge when viewed by electron microscopy.

{80324} Included within the Noroviruses are at least five genogroups (GI, GIH, GHI, GIV, and
GV GE Gl and GIV Noroviruses are infectious in humans, while GIH Noroviruses primarily
infect bovine species. GV has recently been isolated from mice (Zheng ef af. (2806) Virology,
Vol 346: 312-323). Representative of GIHI are the Jena and Newbury strains, while the
Alphatron, Fort Lauderdale, and Saint Cloud strains are representative of GIV. The Gl and GII
groups may be further segregated into genetic clusters or genotypes based on genetic
classification {Ando e af. (2000} 1. Infections Diseascs, Vol. 181{Supp2):5336-5348; Lindeli e
afl. (2005) 1. Clin. Microbiol,, Vol 43(3): 10861092}, As used herein, the term genetic clusters
is used interchangeably with the term genotypes. Within genogroup 1, there are 8 G clusters
known to date {with prototype virus strain name): GLT (Norwalk (NV-USA93)); GL.2
{Southhampton {(SOV-GBR93)); GL.3 (Desert Shield (DSV-USA93}); GL4 (Cruise Ship
virus/Chiba (Chiba-JPNO0)); GL5 (318/Musgrove (Musgrov-GBROOY); G1.6 (Hesse (Hesse-
DEU28)); GL7 (Wnchest-GBROOY; and GLE (Boxer-USAQ2), Within genogroup H, there are 19
G1I clusters known to date {with prototype virus strain name): GIL1 (Hawaii (Hawaiti-USA94});
GIL.2 {(Snow Mountain/Mclksham (Msham-GBR935}); GIHL3 (Toronto (Toronto-CAN93)); GIEL4
{Bristol/Lordsdale (Bristol-GBRI3}); GI1.5 (290/Hillingdon (Hilingd-GBROO)); GIL6
{269/Scacroft {Scacrot-GBROO)); GIL7 (273/Lecds (Lecds-GBROOY); GILE (539/Amsterdam
{Amstdam-NLD99}); GIL9 (378 (VABeach-USAOQL)), GILI0 (Erfurt-DEUOL ), GIHL T
(SWOISQIPNGI); GILI2 (Wortley-GBROO); GIL13 (Faytvil-USA02); GIL14 (M7-USAG(3);
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7.34% St andard11470418 7627 Devi ati on A3 501. ag dose Geonetric
mean A4 341839566 150dose (n=4) 26213 11310 4.37% 3. 75% 8. 13% St andar d

Devi ati orwH4A8DABBIL66 89769 15226 150 p. g dose Paasba 2(ms220152 0
108 0.02% 0. 01% 0, 03%

GIL1S (J23-USAQ2Y; GIL16 (Tiffin-USAQ3); GIL17 (CSEI-USAD3); GILIB (QWI101/2003/US)
and GILIG (QW170/2003/U8S).

{8025} By "Norovirus" also herein is meant recombinant Norovirus virus-like particles (fNOR
VLPs). In some embodiments, recombinant cxpression of at least the Norovirus capsid protein
encoded by ORF2 in cells, e.g., from a bacolovirus vector in Sf9 cells, can result in spontancous
self-assembly of the capsid protein into VLPs. In some erobodiments, recombinant expression of
at least the Norovirus proteins encoded by ORFI and ORF2 in cells, e.g., from a baculoviras
vector in 89 cells, can result in spontancous self-assembly of the capsid protein into VLPs,
VLPs are structurally similar to Noroviruses but lack the viral RNA genome and therefore are
not infectious. Accordingly, "Norovirus” includes virions that can be infectious or non-
infectious particles, which inchude defective particles.

[8826] Non-limiting examples of Noroviruses include Norovirus genogroup | strain
Hw/NoV/West Chester/2001/USA, GenBank Accession No. AYS502016; Chiba virus (CHV,
GenBank ABO42808}; Norovirus genogroup 2 strain Hu/NoV/Braddock Heights/1999/USA,
GenBank Accession No. AY 30201 5; Norovirus genogroup 2 strain Hu/NoV/Fayette/1999/USA,
GenBank Accession No. AYS02014; Norovirus genogroup 2 strain
Hw/NoV/Fairfield/1999/USA, GenBank Accession No. AYS02013; Norovirus genogroup 2
strain Hu/NoV/Sandusky/1999/1I8A, GenBank Accession No. AYSO2812; Norovirus genogroup
2 strain Hu/NoV/Canton/1999/USA, GenBank Accession No. AYS502811; Norovirus genogroup
2 strain Hu/NoV/Tiffin/1999/US A, GenBank Accession No. AYS02010; Norovirus genogroup 2
strain Hw/NoV/CS-E1/2002/USA, GenBank Accession No. AYS0200; Norovirus genogroup |
strain Hu/NoV/Wisconsin/Z001/USA, GenBank Accession No. AYS02008; Norovirus
genogroup 1 strain Hu/NoV/CS-841/2001/USA, GenBank Accession No. AYS02007; Norovirus
genogroup 2 strain Hu/NoV/Hiram/2000/USA, GenBank Accession No. AYS502006; Norovirus
genogroup 2 strain Hu/NoV/Tontogany/1999/USA, GenBank Accession No. AYS502005;
MNorwalk virus, complete genome, GenBank Accession No. NC.sub.--001959; Norovirus
Hu/GVOtofuke/1979/JP genomic RNA, complete genome, GenBank Accession No. ABIE7514;
MNorovirus Hu/Hokkaido/133/2003/1P, GenBank Accession No. AB212306; Norovirus Sydney
2212, GenBank Accession No., AYS588132; Norwalk virus strain SN2000JA, GenBank
Accession No, ABI90457; Lordsdale virus complete genome, GenBank Accession No., X86557,

Norwalk-like virus genomic RNA, Gifu'96, GenBank Accession No. ABO45603; Norwalk virus
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strain Vietnam 026, complete genome, GenBank Accession No. AF504671; Norovirus
Hu/GH .4/72004/N/L, GenBank Accession No, AYS83096; Norovirus Hy/GI/Hokushin/03/5P,
enBank Accession No. AB195227; Norovirus Hy/GI/Kamo/03/1P, GenBank Accession No.
AB195228; Norovirus Hu/GlY/Sinsiro/97/1P, GenBank Accession No. AB1953226; Norovirys
BwGiVIna/02/1P, GenBank Accession No. AB195225; Norovirus
Ho/NLV/GI/Neostrelitz260/2000/DE, GenBank Accession No. AY772730; Norovirus
Hu/NLV/Dresdenl 74/pUS~-Norll/1997/GE, GenBank Accession No. AY741811; Norovitus
Ho/NLV/Oxford/B2S16/2002/UK, GenBank Accession No, AYS587989; Norovirus
Hu/NLV/Oxford/B487/2002/UK, GenBank Accession No. AYSR79R7; Norovirus
Ho/NLV/Witney/B752/2003/UK, GeonBank Accession No. AYS88030; Norovirus
HwNLV/Banbury/B3S23/2003/UK, GenBank Accession No. AYS8R029; Norovirus
Hu/NLV/ChippingNorton/2003/UK, GenBank Accession No. AYS88028; Norovirus
Hu/NLY/Dideot/BO52/2003/UK, GenBank Accession No. AYS8RO27: Norovirus
Ho/NLV/Oxtord/BESS/2002/ UK, GenBank Accession No. AY3&8(26; Norovirus
Huw/NLY/Oxford/B6S4/2003/UK, GenBank Accession No. AYSERO2S5; Norovirus
Hu/NLV/Oxtord/B6SS5/2003/UK, GenBank Accession No. AY3&8(24; Norovirus
Hu/NLY/Oxford/BSS23/2003/UK, GenBank Accession No. AYSXR023; Norovirus
Huo/NLV/Oxford/B6S2/2003/UK, GenBank Accession No. AYS&8(22; Norovirus
Hu/NLV/Oxford/B686/2003/UK, GenBank Accession No, AYS88021; Norwalk-like virus
isolate Bo/Thirsk10/00/UK, GenBank Accession No. AY 126468; Norwalk-like virus isolate
Bo/Penrith35/00/UK, GenBank Accession No. AY 126476; Norwalk-like virus isolate
Bo/Aberystwyth24/00/UK, GenBank Accession No. AY 126475; Norwalk-like virus isolate
Bo/Dumfries/94/UK, GenBank Accession No. AY 126474; Norovirus NLV/IF2036/2003/fraq,
cnBank Accession No. AY675555; Norovirus NLV/F1998/2003/Irag, GenBank Accession
No. AY675554; Norovirus NLV/BUDS2002/USA, GenBank Accession No. AY 660568
MNorovirus MLV/Paris Island/2003/USA, GenBank Accession No. AY652979; Snow Mountain
virus, complete genome, GenBank Accession No. AY 134748; Norwalk-like virus NLV/Fort
Lauderdale/560/1998/US, GenBank Accession No. AF414426;
Hu/Norovirus/hiroshima/1999/JP{(9912-02F), GenBank Accession No. AB044366; Norwalk-like
virgs stramn HMSU-MW, GenBank Accession No. AY274820; Norwalk-like virus strain B-

ISVD, GenBank Accession No. AY274819; Norovirus genogroup 2 strain Hu/NoV/Farmington
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Hills/2002/USA, GenBank Accession No. AYS02023; Norovirus genogroup 2 strain
Hu/NoV/CS-G4/2002/USA, GenBank Accession No. AYS502022; Norovirus genogroup 2 strain
Hu/NoV/CS-G2/2002/USA, GenBank Accession No. AY 30202 1; Norovirus genogroup 2 strain
Hu/NoV/CS-G12002/USA, GenBank Accession No. AYS502020; Norovirus genogroup 2 strain
Hu/NoV/Anchorage/2002/US A, GenBank Accession No. AYS302019; Norovirus genogroup 2
strain Ho/NoV/CS-D1/2002/CAN, GenBank Accession No. AYS02018; Norovirus genogroup 2
strain Huw/NoV/Germanton/2002/USA, GenBank Accesston No., AYS502017; Human calicivirus
WLV/GILangen1061/2002/DE, complete genome, GenBank Accession No. AY485642; Murine
noroviras 1 polyprotein, GenBank Accession No, AY228235; Norwalk virus, GenBank
Accession No. ABOG67536; Hurman calicivirus NLV/Mex7076/1999, GenBank Accession No.
AF542000; Hurnan calicivirus NLV/Oberhausen 455/01/DE, GenBank Accession No,
AF539440; Human calicivirus NLV/Herzberg 385/01/DE, GenBank Accession No. AF5339439;
Human calicivirus NLV/Boxer/2001/US, GenBank Accession No. AF538679; Norwalk-like
virus genomic RNA, complete genome, GenBank Accession No, AB{81723; Norwalk-like virus
genomic RNA, complete genome, isolate:Saitama U201, GenBank Accession No. ABO39782;
Norwalk-like virus genomic RNA, complete genome, isolate:Saitama U8, GenBank Ac¢cession
No. AB0397&1; Norwalk-like virus genomic RNA, complete genome, isolate:Saitama UZS,
GenBank Accession No. ABUO397880; Norwalk virus strain:U25GH, GenBank Accession No.
ABRO67543; Norwalk virus strain: U201 G, GenBank Accession No., AB067542; Norwalk-like
viruses strain 416/97003156/1996/LLA, GenBank Accession No. AF080559; Norwalk-like
virases strain 408/97003012/1996/FL, GenBank Accession No. AFO80558; Norwalk-like virus
NLV/Burwash Landing/331/1995/US, GenBank Accession No. AF414425; Norwalk-like virus
NLV/Miami Beach/326/1995/US, GenBank Accession No. AF414424; Norwalk-like viros
MNLV/White River/290/1994/U8, GenBank Accession No. AF414423; Norwalk-like virus
NLV/New Orleans/306/1994/US, GenBank Accession No. AF414422; Norwalk-like virus
MNLV/Port Canaveral/301/1994/US, GenBank Accession No. AF414421; Norwalk-like virus
NLV/Honolulw/314/1994/US, GenBank Accession No. AF414420; Norwalk-like virgs
MNLV/Richmond/283/1994/US, GenBank Accession No, AF414419; Norwalk-like virus
NLV/Westover/302/1994/U8, GenBank Accession No. AF414418; Norwalk-like virug
NELV/AIK3-17/12700/1992/GB, GenBank Accession No. AF414417; Norwalk-hike virus
NELV/Miami/81/1986/U5, GenBank Accession No, AF414416; Snow Mountain strain, GenBank
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Accession No. U7005%; Desert Shield virus DBSV3935, GenBank Accession No. U4469;
Norwalk viras, complete genome, GenBank Accession No. AF093797; Hawaii calicivirus,
cenBank Acccession No. U7611; Southampton virus, GenBank Accession No. LO7418;
Norwalk viras (SRSV-KY-89/89/1}, GenBank Accession No. L23828; Norwalk virus (SRSV-
SMA/76/US), GenBank Accession No. L23831; Camberwell viras, GenBank Accession No.
U46500; Hurnan calicivirus strain Melksham, GenBank Accession No. X81879; Human
calicivirus strain MX, GenBank Accession No, U22498; Munireovirys TV24, GenBank
Accession No. UD2030; and Norwalk-like virus NLV/Gwynedd/273/1994/U8, GenBank
Accession No, AF414409; sequences of all of which {(as entered by the date of filing of this
application) are herein incorporated by reference. Additional Noroviras sequences are disclosed
in the following patent publications: WO 2005/030806, WO 2000/79280, JP2002020399,
US2003129588, U.S. Pat. No. 6,572,862, WO 1994/05700, and WO 05/032457, all of which are
heretn incorporated by reference in their entireties. See also Green ef ol (2000} 1. Infect. Dis,,
Vol 181 {(Suppl. 2):8322-330; Wang ef ¢l {1994} }. Virol,, Vol. 68:5882-5990; Chen ef al.
{2004} I Virol,, Vol. 78: 6469-6479; Chakravarty ef of. (2005} J. Virol., Vol. 79: 554-568;
Hansman ef af. (2006} J. Gen. Virol,, Vol. 87:909-919; Bull e ¢/, (2006) 1. Clin, Micro., Vol
44¢2).327-333; Sichenga, ef ¢l (20073 1. Virel, Vol. R1{1&):9932-9941, and Fankhauser ef af.
(19983 J. Infect. Dis., Vol. 17&:1571-157&; for sequence comparisons and a discussion of genetic
diversity and phylogenctic analysis of Noroviruses. The nucleic acid and corresponding amino
acid sequences of cach are all incorporated by reference in their entirety. In some embodiments,
a cryptogram can be used for identification purposes and is organized: host species from which
the virus was isolated/genus abbreviation/specics abbreviation/strain name/year of
occurrence/country of origin, {Green ef af., Human Caliciviruses, in Ficlds Virology Vol 1 &41-
874 (Knipe and Howley, cditors-in-chief, 4th ed., Lippincott Williams & Wilkins 2001)).
Genogroup I, genotype 4 {(GHL4) viral strains {e.g., Houston, Minecrva {also known as Den
Haag), and Laurcuos {also known as Yerscke) strains) are preferred in some cmbodiments. As
new strains arc identified and their genetic scquences are made available, one skilled in the art
would be able to erploy VLPs using these contemporary strains in the compositions and
methods of the present invention using ordinary skill. Thus, the present invention contemplates
VLPs made from such strains as suitable antigens for use in the compositions and methods

described herein,
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10027} The Norovirus antigen may be in the form of peptides, proteins, or virus-like particles
{(VLPs). In a preferred embodiment, the Norovirus antigen comprises VLPs. As used herein,
“virus-like particle{s} or VLPs” refer to a virus-like particle(s), fragment(s), aggregates, or
portion{s} thereof produced from the capsid protein coding scquence of Norovirus and
comprising antigenic characteristic(s) similar to those of infections Norovirus particles.
Worovirus antigens may also be in the form of capsid monomers, capsid multiroers, protein or
peptide fragments of VLPs, or aggregates or mixtures thereof, The Norovirus antigenic proteins
or peptides may also be in a denatored form, produced using methods known in the art.

{0028} The VLPs of the present invention can be formed from either the full length Noroviras
capsid protein such as VP1 and/or VP2 proteins or certain VP or VP2 derivatives using
standard methods in the art. Alternatively, the capsid protein used to form the VLP is a truncated
capsid protein. o some embodiments, for example, at least one of the VLPs comprises a
truncated VP protein. In other embodiments, all the VLPs comprise truncated VP1 proteins.
The truncation may be an N- or C-terminal truncation. Truncated capsid proteins are suitably
functional capsid protein derivatives. Functional capsid protein derivatives are capable of raising
an immune response (if necessary, when suitably adjuvanted) in the same way as the immune
response is raised by a VLP consisting of the fll length capsid protein.

[8829] VLPs may contain major VPI proteins and/or minor VP2 proteins. In some
embodiments, cach VLP contains VP1 and/or VP2 protein from only one Norovirus genogroup
giving risc to a monovalent VLP. As used herein, the term “monovalent” means the antigenic
proteins are derived from a single Novovirus genogroup. For example, the VLPs contain VP1
and/or VP2 from a virus strain of genogroup | {e.g., VP1 and VP2 from Norwalk virus}.
Preferably the VLP is comprised of predominantly VP1 proteins. In onc embodiment of the
invention, the antigen is a mixture of monovalent VLPs wherein the composition includes VLPs
comprised of VP1 and VP2 from a single Norovirus genogroup mixed with VLPs comprised of
VP1 and VP2 from a different Norovirus genogroup {e.g. Norwalk virus and Houston virus)
taken from multiple viral strains. Purely by way of example the composition can contain
monovalent VLPs from onc or more strains of Norovirus genogroup 1 together with monovalent
VLPs from one or more strains of Norovirus genogroup H. Strains may be selected based on
their predominance of circulation at a given time. In certain embaodimaents, the Norovirus VLP

mixture is composed of GIL1 and GI1L.4 viral strains. More preferably, the Noroviras VLP
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mixture is composed of the sirains of Norwalk and a consensus capsid sequence derived from

genogroup H WNoroviruses, Conscensus capsid sequences derived from circulating Norovirus

sequences and VLPs made with such sequences arc described in WO 2010/017542, which is

herein incorporated by reference in its entirety. For instance, in one ecmbodiment, a consensus

capsid sequence derived from genogroup 11, genotype 4 {GIL4) viral strains comprises a

sequence of SEQ 1D NO: 1. Thus, in some erabodiments, the vaccine coroposition comprises a

mixture of monovalent VLPs, wherein one monovalent VLP comprises a capsid protein from a

genogroup I Norovirus {e.g. Norwalk) and the other monovalent VLP comprises a consensus

capsid protein comprising a sequence of SEQ IDNO: 1.

MK M
V G A
TV S
NG Y
FTE
vV R N
DDV
K PF
F v v
DV T
LG

HL A
L DC
DTG
G Y E
NGC: 1)

18038} However, in an alternative embodiment of the invention, the
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In the absence of an available direct viral neutralization assay due to the
inability to culture Norovirus in vitro. functional assays which serve as
substitutes for viral neutralization assays were conducted to neasure
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{8831} The combination of monovalent or muthtivalent VLPs within the composition preferably
would not reduce the immunogenicity of cach VLP type. In particular it is preferred that there is
no nterference between Norovirus VLPs in the combination of the invention, such that the
combined VLF composition of the invention is able to elicit immunity against infection by cach
Norovirus genotype represented in the vaccine. Suitably the immune response against a given
VLP type in the combination s at least 50% of the immune response of that same VLP type
when measured individually, preferably 100% or substantially 100%. The immune response
may suitably be measured, for example, by antibody responses, as iliustrated in the examples
herein,
{0632 As used herein, “genogroup | Norovirus VEPs” refer to either monovalent or muitivalent
VLPs that comprise a capsid protein derived from one or more genogroup I Norovirus strains. In
some embodiments, genogroup | Norovirus VLPs comprise a full length capsid protein from g
genogroup  Norovirus {e.g. Norwalk viras). In other embodiments, genogroup I Norovirus
VLPs comprisc a consensus capsid protein derived from various genogroup [ strains, The
genogroup | strains from which the consensus capsid scquence is derived can be within the same
genotype or genetic cluster or from different genotypes or genctic clusters. Simularly, as used
herein, “genogroup I Norovirus VLPs” refer to cither monovalent or multivalent VIPs that
comprise a capsid protein derived from onc or more genogroup I Norovirus strains, In some
erobodiments, genogroup I Noroviras VEPs comprise a full length capsid protein froma

genogroup H Norovirus {e.z. Laurens or Minerva virus). In other embodiments, genogroup 11
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MNorovirus VLPs comprise a consensus capsid protein derived from various genogroup I strains.,
The genogroup U strains from which the consensus capsid sequence is derived can be within the
same genotype or genetic cluster or from different genotypes or genetic clusters. fnone
cmbodiment, the genogroup 1 Norovirus VEPs comprise a capsid consensus sequence of
genogroup T, genotype 4 (GI1L4) Norovirus., Thus, in some embodirnents, the genogroup 1
Worovirus VLPs coroprise a capsid sequence of SEQ ID NO: |,

{00331 Multivalent VLPs may be produced by separate expression of the individual capsid
proteins followed by combination to form VLPs. Alternatively multiple capsid proteins may be
expressed within the same cell, from one or more DNA constructs. For example, multiple DNA
constructs may be transformed or transfected into host cells, each vector encoding a different
capsid protein. Alicroatively a single vector having multiple capsid genes, controlled by a shared
promoter or multiple individual promoters, may be used. IRES clements may also be
icorporated into the vector, where appropriate. Using such expression strategies, the ¢o-
expressed capsid proteins may be co-purified for subsequent VLP formation, or may
spontancously form mutitivalent VEPs which can then be purified.

18834} A preferred process for multivalent VLP prodaoction comprises preparation of VLP capsid
proteins or derivatives, such as VPI protems, from different Norovirus genotypes, mixing the
proteins, and assembly of the proteins to produce multivalent VEPs. The VPI proteins may be in
the form of a crude extract, be partially purified or purified prior to mixing. Assembled
monovalent VLPs of different genogroups may be disassembled, mixed together and
reassembied into multivalent VLPs. Preferably the proteins or VLPs are at least partially
purified before being combined. Optionally, further purification of the multivalent VEPs may be
carried out aficr assembly.

{0035} Suitably the VLPs of the invention arc made by disassembly and reassembly of VLPs, to
provide homogenous and purc VLPs. In one embodiment multivalent VLFPs may be made by
disasscmbly of two or more VLPs, followed by combination of the disassembled VLP
components at any suitable point prior to reassembly. This approach is suitable when VLPs
spontancously form from expressed VP protein, as occurs for example, in some yeast strains,
Where the expression of the VPI protein does not lead to spontancous VLP formation,

preparations of VP1 proteins or capsomers may be combined before assembly into VLPs.
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{0036} Where multivalent VEPs are used, preferably the components of the VLPs are mixed in
the proportions in which they arce desired in the final mixed VLP. For example, a mixture of the
same amount of a partially purified VP1 protein from Norwalk and Houston viruses {or other
Worgvirus strains) provides a multivalent VLP with approximately equal amounts of cach
protein,

{8037} Compositions comprising muliivalent VLPs may be stabilized by solutions known in the
art, such as those of WO 98/44944, WO 00/45841, incorporated herein by reference.

{0038} Compositions of the invention may comprise other proteins or protein fragroents in
addition to Norovirus VP1 and VP2 proteins or derivatives, Other proteins or peptides may also
be co-administered with the composition of the invention. Optionally the composition may also
be formulated or co-administered with non~-Norovirus antigens. Suitably these antigens can
provide protection against other diseases.

{08039 The VPI protein or functional protein derivative is suitably able to form a VLP, and VLP
formation can be assessed by standard techniques such as, for example, size exclusion
chromatography, clectron microscopy and dynamic laser light scattering.

{8840} The antigenic molecules of the present invention can be prepared by isolation and
purification from the organisms in which they occur naturally, or they may be prepared by
recombinant techniques. Preferably the Norovirus VLP antigens are prepared from insect cells
such as S19 or HS cells, although any suitable cells such as £, cofi or veast cells, for example, 8.
cerevisige, 8. pombe, Pichia pastori or other Pichia expression systems, mammalian cell
cxpression such as CHO or HEK systems may also be used. When prepared by a recombinant
method or by synthesis, one or more insertions, deletions, inversions or substitutions of the
amino acids constituting the peptide may be made. Fach of the aforementioned antigens is
preferably used in the substantially pure state.

{8041} The procedures of production of norovirus VLPs in insect cell culture have been
previously disclosed tn U.S. Patent No. 6,942,865, which is incorporated hercin by reference in
its entirety. Bricfly, a ¢cDNA from the 3' end of the genome containing the viral capsid gene
{ORF2}) and a minor structural gene (ORF3} is cloned. The recombinant baculoviruses carrying
the viral capsid genes is constructed from the cloned ¢cDNAs. Norovirus VLPs are produced in

S or HS insect cell cultures.
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{8042} In some embodiments, the vaccine composition comprises onc or more adjuvants in
combination with the Norovirus antigen. Most adjuvants contain a substance designed to protect
the antigen from rapid catabolism, such as aluminum hydroxide or mincral oil, and a stimulator
of immune responses, such as Rordatella pertussis or Mycobacterium tuberculosis derived
proteins. Suitable adjuvants are commercially available as, for example, Freund's Tncomplete
Adjuvant and Complete Adjuvant (Pifco Laboratories, Detroit, Mich.); Merck Adpuvant 65
{Merck and Company, Inc., Rahway, W1}, aluminum salts such as aluminum hydroxide gel
{alumy or aluminuro phosphate; salts of calcium, iron or zine; an insoluble suspension of acylated
tyrosine acylated sugars; cationically or anionically dernivatized polysaccharides;
polyphosphazenes; biodegradable microspheres; and Quil A.

{0043} Suitable adjuvants also include, but are not limited to, toll-like receptor (TLR) agounists,
particularly toll-like receptor type 4 (TLR-4) agonists (e.g., monophosphoryl lipid A (MPL),
syathetic lipid A, lipid A mimetics or analogs), aluminum salts, cytokines, saponins, muramyl
dipeptide (MDP} derivatives, Cp( oligos, lipopolysaccharide (LPS) of gram-negative bactenia,
polyphosphazenes, emulsions, virosomes, cochleates, poly(factide-co-glyeolides) (PLG)
microparticies, poloxamer particles, microparticles, liposomes, oii~-in-water emulsions, MFS9,
and squalene. In some embodiments, the adjuvants are not bacterially-derived exotoxins.
Preferred adjuvants include adjuvants which stimulate a Thi type response such as 3DMPL or
(3821,

{8844} Monophosphoryl Lipid A (MPL), a non-toxic derivative of lipid A from Salmonclla, is a
potent TLR-4 agonist that has been developed as a vaccine adjuvant (Evans er ¢f. 20603). In pre-
clinical murine studies intranasal MPL has been shown to enhance secretory, as well as systemic,
humoral responses {Baldridge ef ol 2000; Yang er ol 2002). 1t has also been proven to be safe
and cffective as a vaccine adjuvant in clinical studics of greater than 120,000 paticnts {Baldrick
ei al., 2002; Baldridge er af. 2004). MPL stimulates the induction of innate immunity through
the TLR-4 receptor and is thus capable of cliciting nonspecific immune responsces against a wide
range of infectious pathogens, including both gram negative and gram positive bacteria, viruses,
and parasites (Baldridge er /. 2004; Persing ef al. 2002). Inclusion of MPL in vaccine
formulations should provide rapid induction of innate responses, eliciting nonspecific immune
responses from viral challenge while enhancing the specific responses generated by the antigenic

components of the vaccine.
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[8045] In onc embodiment, the present invention provides a composition comprising
monophosphoryl lipid A (MPL) or 3 De-O-acylated monophosphory! Hipid A (3D-MPL) as an
enhancer of adaptive and innatc immunity. Chemically 3D-MPL is a mixture of 3 De-O-
acylated monophosphoryl lipid A with 4, 5 or 6 acylated chains. A preferred form of 3 De-O-
acylated monophosphoryl lipid A is disclosed 1 European Patent § 689 454 Bl (SmithKline
Beecham Biologicals SA), which is tncorporated herein by reference. Tn another embodiment,
the present invention provides a composition comprising synthetic lipid A, Upid A rmoimetics or
analogs, such as BioMira’s PET Lipid A, or synthetic derivatives desigoned to function hike TLR-
4 agonists.

[8046] In certain erobodiments, the vaccine corposition comprises two adjuvants. A
combination of adjuvants may be selected from those described above, In one particular
embodiment, the two adjovants are MPL and aluminum hydroxide {e.g., alum}. In another
particslar embodiment, the two adjuvants are MPL and oil.

{83471 The term "effective adjuvant amount” or “effective amount of adjuvant” will be well
understood by those skilled in the art, and includes an amount of one or more adjuvants which is
capable of stimulating the immune response to an administered antigen, i.e., an amount that
increases the immune response of an administered antigen composition, as measured in terms of
the IgA levels in the nasal washings, serum IgG or IgM levels, or B and T-Cell proliferation.
Suitably effective increases in immunoglobulin levels include by more than 5%, preferably by
more than 25%, and in particular by more than 50%, as compared to the same antigen
composition without any adjuvant.

18048} In onc embodiment, the present invention provides a vaccine composition formmlated for
parcnteral administration, whercin the composition includes at lcast two types of Norovirus
VLPs in combination with aluminum hydroxide and a buffer. The buffer can be selected from
the group consisting of L-histidine, imidazole, succinic acid, tris, citric acid, bis-tris, pipes, mes,
hepes, glycine amide, and tricine. In one ecmbodiment, the buffer 15 L-histidine or imidazole.
Preferably, the buffer is present in a concentration from about 15 mM to about 50 mM, more
preferably from about 18 mM to about 40 mM, or most preferably about 20 mM to about 25
mM. In some cmbodiments, the pH of the antigenic or vaccine composition is from about 6.0 to

about 7.0, or from about 6.2 to about 6.8, or about 6.5. The vaccine composition can be an
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aqueous formulation. In somce embodiments, the vaccine compasition is a lyophilized powder
and reconstituted to an agucous formulation,

{0049} In certain cmbodiments, the vaccine composition further comprises at least one adjuvant
in addition to the two or more types of Norovirus VLPs, aluminum hydroxide, and a buffer. For
instance, the adjuvant can be a toll-like receptor agonist, such as MPL, flagellin, CpG oligos,
synthetic lipid A or lipid A mimetics or analogs. In one particular embodiment, the adjuvant s
MPL.

[8050] The Norovirus VLPs included in the vaccine compositions of the invention can be any of
the VLPs described herein. In one embodiment, the two types of Norovirus VLPs cach comprise
a capsid protein from different genogroups {e.g., genogroup 1 and genogroup I}, For instance,
one type of Norovirus VLP comprises a capsid protein derived from a genogroup 1 Norovirus
and the other type of Norovirus VL comprises a capsid protein derived from a genogroup i
Norovirus. In one embodiment, one type of Norovirus VEP comprises a capsid protein from
Norwalk virus and the other type of Noroviras VEP comprises a consensus capsid protein
derived from genogroup 1, genotype 4 Noroviruses {e.g., a capsid protein comprising a sequence
of SEQ ID NO: 1. The vaccine composition can comprise about 5 pg to about 200 ug of cach
Norovirus VLP, more preferably aboutl5 ug to about 50 ug of cach Noroviras VLP. Insome
embodiments, the dosc of one type of Norovirus VLP is differcnt than the dose of the other type
of Norovirus VLP. For instance, in certain embodiments, the vaccine cormposition comprises
about 5 pg to about 15 pg of a genogroup 1 VLP and about 15 ug to about 50 ug of a genogroup
11 VLP. In other embodiments, the vaccine composition comprises about 15 ug to about 50 ug
of a genogroup [ VLP and about 58 ug to about 150 ug of a genogroup H VLP.

{0051} In some embodiments, the vaccine compositions further comprise a pharmaccutically
acceptable salt, including, but not limited to, sodium chloride, potassium chloride, sodium
sulfate, amonium sulfate, and sodium citrate. In onc embodiment, the pharmaceutically
acceptable salt is sodium chloride. The concentration of the pharmaceutically acceptable salt can
be from about 10 mM to about 200 mM, with preferred concentrations in the range of from about
160 mM to about 150 oM. Preferably, the vaccine compositions of the invention contain less
than 2 mM of free phosphate. In some embodiments, the vaccine compositions comprise less

than | mM of free phosphate. The vaccine compaositions may also further comprise other
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pharmaceutically acceptable cxcipicnts, such as sugars {e.g., sucrose, trchalose, mannitol} and
surfactants.

{8052} As discussed herein, the compositions of the invention can be formulated for
administration as vaccines formulations. As used herein, the term “vaccine” refers to a
formulation which contains Norovirus VLPs or other Norovirus antigens of the present invention
as deseribed above, which is 1n a form that is capable of being admunistered to a vertebrate,
particularly a human, and which induces a protective immunc response sufficient fo induce
immunity fo prevent and/or ameliorate a Norovirus infection or Norovirus-induced illness and/or
to reduce at least one symptom of a Noroviras infection or iliness,

{8053} As used herein, the term “immune response” refers to both the hurnoral immune response
and the cell-mediated immune response. The humoral immune response involves the stimulation
of the production of antibodies by B lymphocytes that, for example, neutralize infectious agents,
block infecticus agents from entering cells, block replication of said infectious agents, and/or
protect host cells from infection and destruction. The ¢ell-mediated immune response refers to
an immune response that i3 mediated by T-lymphocytes and/or other cells, such as macrophages,
against an infectious agent, exhibited by a vertebrate {e.g., a human), that prevents or ameliorates
infection or reduces at least one symptom thereof. In particular, “protective immunity” or
“protective immune response” refers to immunity or eliciting an immune response against an
infectious agent, which is exhibited by a vertebrate {e.g., a human), that prevents or ameliorates
an infection or reduces at least one symptom thercof. Specifically, induction of a protective
immune response from administration of the vaccine is evident by elimination or reduction of the
presence of one or more symptoms of acute gastroenteritis or a reduction in the duration or
severity of such symptoms. Clinical symptoms of gastroenteritis from Norovirus include nausca,
diarrhea, loosc stool, vomiting, fever, and general malaise. A protective immunc response that
reduces or eliminates discase symptoms will reduce or stop the spread of a Norovirus outbreak in
a population. Vaccine preparation is generally described in Vaccine Design ("The subunit and
adjuvant approach” (eds Powell M. F. & Newman M. J.} {1995} Plenum Press New York), The
compositions of the present invention can be formulated, for example, for delivery to onc or
more of the oral, gastro-intestinal, and respiratory {e.g. nasal} mucosa. The compositions of the
present invention can be formulated, for example, for delivery by injection, such as parenteral

injection (e.g., intravenous, subcutancous, intradermal, or intramuscalar injection).
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{0054} Where the composition is intended for delivery to the respiratory {e.g. nasaly mucosa,
typically it is formulated as an aqueous solution for administration as an acrosol or nasal drops,
or alternatively, as a dry powder, e.g. for rapid deposition within the nasal passage.
Compositions for administration as nasal drops may contain one or more excipients of the type
psually included in such compositions, for example preservatives, viscosity adjusting agents,
tonicity adjusting agents, buffering agents, and the like. Viscosity agents can be microcrystalline
cellulose, chitosan, starches, polvsaccharides, and the like. Composifions for administration as
dry powder may also contain one or more excipienis usaally included in such compositions, for
example, mucoadhesive ageuts, bulking agents, and agenis to deliver appropriate powder flow
and size characteristics. Bulking and powder flow and size agents may include mannitol,
sucrose, trehalose, and xylitol.

[3858] Where the composition is intended for parenteral injection, such as intravenous (1.v.},
subcutancous (s.¢.), intradermal, or intramuscular {L.m.) injection, it is typically formulated as a
ligquid suspension {i.e. aqueous formulation) comprised of at least one type of Norovirus VLP
and optionally at least one adjuvant. In one embodiment, the adjuvant may be MPL. In another
embodiment, hiquid vaceine formulated for parenteral administration may have more than one
adpivant.  In a preferred embodiment, a parenterally-formulated (e.g., tm., 1.v., or s.c.~
formulated) hquid vaccine comprises Norovirus genogronp 1 and/or genogroup 1 VLPs with
aluminum hydroxide {e.g. alum} and monophosphoryl lipid A (MPL} as adjuvants. In one
embodiment, a liquid formulation for parenteral administration comprises Norovirtis genogroup
antigen(s}, such as one or more types of Norovirus VLPs as described herein, MPL, aluminum
hydroxide, and a buffer. In another embodiment, a Hguid formulation for parenteral
administration comprises Norovirus genogroup antigen{s}, MPL, oil, and a buffer. In certain
embodiments, the buffer in the parenteral vaccine formulations is L-histidine or imidazole.
Parcunteral administration of Hquid vaccines can be by needle and syringe, as is well known in the
art.

{8056} In cortain embodiments, a vaccine composition of the invention for cliciting a protective
immune response against Norovirus in humans comprises genogroup I and/or genogroup
Norovirus VLPs at a dose of no more than 150 pug. For instance, in some embodiments, the
vaccinge composition comprises no more than 150 pg, no more than 100 ug, no more than 50 g,

no more than 25 pg, no more than 15 pg, or no more than 10 ug of genogroup I Norovirus VLPs.,
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in other embodiments, the vaccine composition comprises no more than 150 pg, no more than
100 ug, no more than 50 pg, no more than 25 ug, no more than 15 yg, or no more than 10 pg of
genogroup H Norovirus VLPs. In certain embodiments, the vaccine composition comprises no
more than 150 ug of cach genogroup I and genogroup H Noroviras VEPs. In such embodiments,
the dose of genogroup I Norovirus VEPs and genogroup I VLPs can be the samc or different.
For instance, in one embaodiment, the vaceine coraposition may comprise no more than 50 pg of
genogroup § Norovirus VLPs and no more than 150 pg of genogroup I Noroviras VLPs. In
another embodiment, the vaccine composition may comprise no more than 25 yg of genogroup |
Worovirus VLPs and no more than 50 ug of genogroup H Norovirus VEPs. In other
embodiments, the vaccinge composition may comprise no more than 15 ug of genogroup 1
Norovirus VLPs and no more than 50 pg of genogroup I Norovirus VLPs. In still other
erobodiments, the vaccine composition may comprise no more than 25 ug of genogroup |
MNorovirus VLPs and no more than 150 pg of genogroup H Norovirus VLPs.

{80571 The genogroup | and genogroup H Norovirus VLPs can be derived from any of the
Norovirns strains described herein. In one embodiment, the genogroup | Norovirus VLPs are
genogroup §, genotype 1 {GL1} VLPs (i.e. comprise a capsid protein from a GL1 Norovirus)., In
another embodiment, the genogroup I Norovirus VEPs are Norwalk VEPs. In ancther
embodiment, the genogroup I Norovirus VLPs are genogroup 1, genotype 4 {GI1L4) VLPs. In
still another erbodiment, the genogroup I Norovirus VLPs are VLPs gencrated from expression
of a consensus sequence of genogroup H Norovirus. In a particular embodiment, the genogroup
11 Norovirus VLPs comprise a capsid protein having a sequence of SEQ D NO: 1

{8058} The vaccine compaositions hereinbefore described may be lyophilized and stored
anhyvdrous until they are ready to be used, at which point they are reconstituted with diluent.
Alternatively, different components of the composition may be stored separately in a kit (any or
all components being lyophilized). The components may remain in lyophilized form for dry
formulation or be reconstituted for liquid formulations, and either mixed prior to usc or
administered separately to the patient. In some embodiments, the vaccine compositions are
stored in kits in liguid formulations and may be accompanied by delivery devices, such as
syringes equipped with needles. In other embodiments, the liquid vaccine compositions may be

stored within the delivery devices in a kit. For example, a kit may comprise pre-filled syringes,
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autoinjectors, or injection pen devices containing a liquid formulation of a vaccine composition
described herein.

{0059} The lyophilization of vaccines is well known in the art, Typically the liquid antigen is
freeze dried in the presence of agents to protect the antigen during the lyophilization process and
to yield a cake with desirable powder characteristics. Sugars such as sucrose, mannitol, trehalose,
or lactose (present at an initial concentration of 16-200 mg/ml) arc commonly used for
cryoprotection of protein antigens and to yield lvophilized cake with desirable powder
characteristics. Lyophilizing the compositions theoretically results in a more stable composition.
{0060} The amount of antigen in cach vaccine composition 18 selected as an amount which
induces a robust immune response without significant, adverse side effects. Such amount will
vary depending upon which specific antigen(s) 1s eroployed, route of admirusiration, and
adjovants used. In general, the dose administered to a patient, in the context of the present
mvention should be sufficient to effect a protective immune response in the patient over time, or
to induce the production of antigen-specific antibodies. Thus, the composition is administered to
a patient in an amount sufficient to elicit an immme response to the specific antigens and/or to
prevent, alleviate, reduce, or cure symptoms and/or complications from the disease or infection,
and thus reduce or stop the spread of a Novovirus outbreak in a population. An amount adeguate
to accomplish this is defined as a "therapeuntically effective dose.”

{00661} The vaccine compositions of the present invention may be administered via a non-
nucosal or mucosal route. These administrations may include in vive administration via
parenteral injection {e.g. intravenous, subcutancous, intradermal, and intramuscular) or other
traditional direct routes, such as buccal/sublingual, rectal, oral, nasal, topical {such as
transdermal and ophthalmic), vaginal, pulmonary, intraarterial, intraperitoncal, intraocular, or
intranasal routes or directly into a specific tissue. Other suitable routes of administration include
transcutancous, subdermal, and via suppository. In one embodiment, the vaceine is administered
by a parcnteral route of administration, such as intravenous, subcutancous, intradermal, or
intramuscular, In certain embodiments, the vaccine is administered by an intramuscular route of
administration. Administration may be accomplished simply by direct administration using a
needle, catheter or related device (e.g. pre-filled syringes or autoinjectors), at a single time point
or at multiple tiroe points. Other parenteral formulations may be delivered subeutancously or

intradermally by microinjection or skin patch delivery rethods.
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{0062} The present invention provides methods for cliciting protective immunity against
Worgvirus in a subject comprising parcnterally administering to the subject no more than a single
dosc of a vaccine composition of the invention, wherein said vaccine comprises genogroup |
and/or genogroup H Norovirus YLPs as described herein and optionally at least onc adjuvant. In
such embodiments, the single dose vaccine composition induces at least a three-fold increase in
Worovirus-specific serum antibody titer as compared to the titer in the human prior to
administration of the composifion. In some embodiments, the single dose vaccine composition
induces at least a six-fold increase in Norovirus-specific serurn antibody titer as compared to the
titer in the human prior fo administration of the composition. In other embodirnents, the single
dose vaccine composition induces a Norovirus-specific serum antibody titer comparable to the
antibody titer induced by exposure to live Norovirus in a natural infection-iie., a greater than ten-
fold increase in Noroviras-specific serum antibody as compared to the titer in the human prior to
administration of the composition. In certain embodiments, the single dose vaccine composition
induces the increase in Norovirus-specitfic serum antibody titer within seven days of
administration of the composition. Preferably, the single dose vaccing composition is
administered by an intravenous, sebcutaneous, or intramuscular route of administration. Ina
certain embodiment, the single dose vaceine composition is administered intramuscularly to the
human.

{0063] As described herein, in some embodiments, the single dose vaccine compositions suitable
for use in the method comprise no more than 150 pg each of genogroup I and/or genogroup i
Noroviruses. For instance, in some embodiments, the vaccine compostion Comprises no more
than 150 ug, no more than 100 pug, no more than 54 pg, no more than 25 pug, no more than 1S
ug, or no more than 10 ug of genogroup 1 Norovirus VLPs. In other embodiments, the vaccine
composition comprises no more than 150 ug, no more than 100 ug, no more than 50 yg, no
more than 25 ug, no more than 1S ug, or no more than 10 pug of genogroup I Norovirus VLPs,
In certain embodiments, the vaceine composition comprises no more than 50 ug of cach
genogroup 1 and genogroup I Norovirus VLPs. In embodiments in which the single dose
vaccinge composition comprises both genogroup | and genogroup 1 Norovirus VLPs, the dose of
genogroup I Norovirus VLPs and genogroup I VEPs can be the same or different. For instance,
in one embodiment, the vaccine compaosition may comprise no more than 50 ug of genogroup 1
Norovirus VLPs and no more than 150 pg of genogroup H Norovirus VEPs. In another
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{8064} In one embodiment of the method, the subject is a human and the vaccine confers
protection from one or more symptomms of Norovirus infection. Although others have reported
methods of inducing an immune response with Norovirus antigens (sce U.S. Patent Application
Publication No. US 2007/0207526), the indicators of a protective immune response against
Norovirus in humans have still not been clearly identified (Herbst-Kralovetz ef af. (2010) Expert

Rev, Vacceines 9(3), 299-307). Unlike several vaceines currently hicensed in the U.S. where

effectivencss of the vaccine correlates with senm antibodies, studics have shown that markers of

an immune response, such as increased titers of serum IgG antibodics against Norwalk virus, are
not associated with protective irnmunity in humans (Johnson ef a/. (1990) 1. Infections Discases
161: 18-21). Morcover, another study examining Norwalk viral challenge in humans indicated
that susceptibility to Norwalk infection was multifactorial and included factors such as secretor
status and memory mucosal immune response {Lindesmith e /. (2003) Nature Medicine 9: 548~

53).

j ¥

{#365] Because Norovirus is not able to be cultwwred in vitro, no viral neutralization assays are
currently available. A functional assay which serves as a substitute for the neutralization assay is
the hemagglutination inhibition (HAT) assay (see Example 1). HAI measures the ability of
Norovirus vaccine-induced antibodies to inhibit the agglutination of antigen-coated red blood
cells by Norovirus VEPs because Norovirus VLPs bind to red blood cell antigens (e.g. histo-
blood group antigens). This assay is also known as a carbohydrate blocking assay, as it is
indicative of the functional ability of antibodies to block binding of the virus or VLPs to blood
group antigen carbohydrates on a red blood cell. In this assay, a fixed amount of Norovirus VLPs
is mixed with a fixed amount of red blood cells and serum from immunized subjects. if the
serum sample contains functional antibodies, the antibodies will bind to the VLPs, thereby
inhibiting the agglutination of the red blood cells. As used herein, “functional antibodics™ refer
to antibodies that are capable of inhibiting the interaction between Norovirus particles and red
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blood cell antigens. In other words, functional antibody titer is equivalent to histo-blood group
antigen (HBGA) or carbohydrate blocking antibody titer. The serum titer of Norovirus-specific
functional antibodies can be measured by the HAT assay described above. The serum titer of
Woravirus-specific functional antibodies can also be measured using an ELISA-based assay in
which a carbohydrate H antigen is bound to microtiter wells and Noroviras VLP binding to H
antigen is detected in the presence of serom (see Example 1 and Reeck ef of. (2010) 1 Tnfect Dis,
Vol. 202(8):1212-1218). Ap increase in the level of Norovirus-specific functional antibodies can
be an indicator of a protective immune response. Thus, in one embodiment, the administration
of the vaccine eliciis a protective immunity coroprising an increase in the serum titer of
Woroviras-specific functional antibodics as compared to the serum titer in a human not receiving
the vaccine. The serum titer of Norovirus-specitfic functional antibodies indicative of a
protective immune response is preferably a geometric mean titer greater than 40, 54, 75, 100,
125, 156, 175, 200 as measured by the HAT assay or blocking titer (BT )so (50% inhibition of H
antigen binding by Noroviras VLPs} geometric mean titer of greater than 104, 150, 200, 250,
300, 350, 400, 450, or 500 as measured by the H antigen binding assay. In one embodiment, the
serum titer of Norovirus-specific functional antibodies is a geometric mean titer greater than 40
as measured by the HAT assay. In another ermbodiment, the serum titer of Norovirus-specific
functional antibodies is a geometric mean titer greater than 100 as measured by the HAT assay.
In another embodiment, the serum titer of Norovirus-specific functional antibodies is a BTy
geometric mean titer greater than 100 as measured by the H antigen binding assay. In still
another embodiment, the serum titer of Norovirus-specific functional antibodics is a BTsg
geometric mean titer greater than 200 as measured by the H antigen binding assay.

{0066} In a further aspect, the administration of the vaccine clicits a protective immunity
comprising an 1gA mucosal immune response and an fgG systemic immunc responsc by
administering parcnterally (preferably intramuscularly) to the subject no more than a single dose
of an antigenic or vaccing composition comprising one or morc types of Norovirus antigens and
opticnally at lcast onc cffective adjuvant. The inventors have surprisingly found that parenteral
administration of the Norovirus vaccine compositions described herein inducces a robust IgA
response in addition to a strong IgG response. Typically, strong IgA responses are only observed

when vaceines are admuinistered through a rmoucosal route of administration.
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{8067} In certain embodiments, the administration of the vaccine clicits a protective immunity
comprising an increase in the level of IgA Norovirus-specific antibody secreting cells in the
blood as compared to the level in a human not receiving the vaccine. In some embodiments, the
administration of the vaccine elicits a protective immunity comprising an increase in the level of
IgA Norovirus-specific antibody secrcting cells in the blood as compared to the level in the
huran before receiving the vaccine. In one embodiment, the IgA Norovirus-specific antibody
secreting celis are CCRIOH, CDIG+, CD27+, CD62E4+, and 0487+, Antibody secrcting cells
with this marker profile are capable of homing to both peripheral tymphoid tissuc, such as
Peyer’s patch in the gut, and mucosal lymphoid tissue, such as the gut mucosa. In one
embodiment, the number of CCR10+, CD19+, CD27+, CDO2LA, and 0dp7+ IgA antibody
secreting cells is greater than about 500, about 700, about 1,000, about 1,300, or greater than
about 2,000 eclls per 1 x 10° peripheral blood monocytes. In another embodiment, the IgA
Norovirus-specific antibody secreting cells are CCR10+, CD19+, CD27+, CD62L~, and adf7+.
Antibody secreting cells with this marker profile generally exhibit homing only to mucosal sites
and can be indicative of a memory B-cell response. In some embodiments in which the vaceine
is administered intramuscuiarly, the mamber of CCRI10+, CD19+, CD27+, CD621L-, and udp7+
igA antibody secreting cells is greater than about 5,000, about 6,500, about 7,000, about 10,000,
about 13,000, about 15,000, or greater than about 20,000 cells per 1 x 10° peripheral blood
monocyies.

{8068} Similar findings have been observed with vaccines for other viruses, such as rotavirus.
For rotavirus vaceines, there is controversy over whether serumm antibodies are directly involved
in protection or merely reflect recent infection (Riang, 2002; Franco, 2006). Defining such
correlates of protection is particularly difficult in the context of diarrheal discases such as
rotavirys or norovirus, where preclinical studies inferring protection may be multifaceted with
contributions from mucosal immunity (such as intestinal 1gA}, cytokine elaboration, and cell
mediated immunity. The difficulty in measuring such immune responses during clinieal
development, and the lack of correlation to serum antibody measurements, requires that the
effectiveness of a vaccine for these types of viruses can only be demonstrated through human
clinical challenge experiments.

{6069} As moentioned above, administration of a vaccine composition of the present invention

prevents and/or reduces at least one symptom of Norovirus infection. Symptoms of Norovirus
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infection are well known in the art and inchude nausca, vomiting, diarrhea, and stomach
cramping. Additionally, a patient with a Norovirus infection may have a low-grade fever,
headache, chills, muscle aches, and fatigue. The invention also encompasses a method of
inducing a profective IMmMURC responsc in a subject experiencing a Norovirus infection by
administering to the subject a vaccine formulation of the invention such that at least one
symptom associated with the Noroviras infection is alleviated and/or reduced. A reduction in a
symptom may be determined subjectively or objectively, ez, self assessment by a subject, by a
clinician’s assessment or by conducting an appropriate assay or measurement {e.g. body
temperature}, including, e.g., a quality of life assessment, a slowed progression of a Norovirus
infection or additional symptoms, a reduced severity of Norovirus symptoms or suitable assays
{e.g. antibody titer, RT-PCR antigen detection, and/or B-cell or T-cell activation assay). An
effective response may also be determined by directly measuring {e.g., RT-PCR) virus load in
stool samples, which reflects the amount of virus shed from the intestings). The objective
assessment comprises both animal and homan assessments.

{8870} The invention also provides a method of generating antibodies to one or more Norovirus
antigens, said method comprising administration of a vaccine composition of the tnvention as
described above to a subject. These antibodies can be isolated and purified by routine methods
in the art. The isolated antibodies specific for Norovirns antigens can be used in the
development of diagnostic immunological assays. These assays could be employed to detect a
MNorovirus in clinical samples and identify the particular virus causing the infection (e.g.
Norwaik, Houston, Snow Mountain, ctc.). Alternatively, the isolated antibodies can be
administered to subjects susceptible to Norovirus infection to confor passive or short-term
immunity.

{8071} The invention will now be illusirated in greater detail by reference to the specific
embodiments described in the following examples. The cxamples are intended to be purely

illastrative of the invention and are not intended to limit its scope in any way.

EXAMPLES
Example 1. Dose Escalation, Safety and Immunogenicity Study of Intramuscular Norovirus

Bivalent Virus-Like-Particle (VLP) Vaccine in Humans (LV03-184 Study), Cohort A
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{8072} This cxample describes Cohort A of a randomized, multi-site, dose-escalation study of
the safety and immunogenicity of four dosage levels of an intramuscular (EM) Norovirus
Bivalent VLP Vaccine adjuvanted with monophosphoryl lipid A (MPL} and alominum
hydroxide (AIOH) compared to placeho in adult subjects. Approximately 48 subjects 18 to 49
years of age were enrolled 1o the cohort. Subjects received two doses of the vaccine or placebo,
by intramuscular (IM) injection, 28 days apart using a 1.5 inch (38mm} needle.

{0673} The Norovirus Bivalent VLP Vaccine contained genogroup I, genotype 1 (GL1) and
genogroup H, genotype IV {(GI1L.4) VLPs as the antigens, and Monophosphoryl Lipid A (MPL)
and alurainum hydroxide (AIOH) as adjuvants, sodiom chloride (NaCl) and L-histidine (L-His)
as buffer (pH 6.3-6.7), cthanol and water for injection. The composition of the intramuscular
Norovirus Bivalent VLP Vaceine is suromarized in Table 1. The GHL4 VLPs comprised a capsid

sequence of SEQ ID NO: 1, which was derived from three (G11.4 strains,

Table 1. Final Drug Product Composition for Four IM Norovirus Bivalent VLP Vaccine

Formulations per (.5 mL

Formulation GLI-VLP { GlL4 MPL | Al* NaCl | L-His | Ethanol
(g VEP(ug) | (ng) | {mg) |{(mg) |(mg} |(mg)

10 ug Dosage 5 5 50 0.5 4.38 1.55 19.7

30 ug Dosage 15 15 50 (1.5 4.38 £.55 19.7

100 ug Dosage 50 50 50 (.5 4.38 £.55 19.7

300 ug Dosage 150 150 50 0.5 438 £.55 197

¥ as Aluminum Hydroxide

{8674} Placebo was sterile normal saline for injection (4.9% NaCl and preservative-free). The
dose escalation of the vaccine was conducted as follows: after appropriate screening for good
health, subjects in Cohort A were enrolled sequentially into cach of four dosage groups of ~12
subjects cach (Posage Groups Al, A2, A3, and A4). Dosage Groups A1, A2, A3, and A4
represent bivalent antigenic dosages of 5/3 ug, 15/15 pg, 54/50 ug, and 150/150 pg, respectively,
of the G 1.1 and GH 4 norovirus. Subjects in cach dosage group were randomized S:1 to receive
vaccine or placebo. Subjects in Dosage Group Al received their respective randomized

treatment (10 subjects recetved 5/5 pg vaccine and 2 subjects received placebo). Subjects were
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7y and interim medical histories from the Day 7, 21, 28, 35, and 56 visits. Safety data was
reviewed by the Central Safety Monttor (CSM). Afier the 7-day post Dose 2 safety data (Study
Day 35) were available for review from subjects in Dosage Group Al and considered acceptable,
subjects in Dosage Group A2 were eligible to receive their initial dose. The saroe rule applied
for dosing in the subsequent dosage groups; that is, after the 7-day post Dose 2 safety data (Study
Day 35) were available for review from a dosage group, the next dosage group was eligible to
receive their initial dose.

{0075 At the end of enrollment in Cohort A, approximately 10 subjects in each Dosage Group
received vaceine (fotal of 40 vaccinees) and 2 subjects in cach group received saline (total of
approximately 8 saline control recipients).

{8876] The subjects kept a daily memory aid of solicited symptoms including four local injection
site reactions, such as pain, tenderness, redness, and swelling, and 10 systemic signs or
symptoms including daily oral temperature, headache, fatigue, muscle aches, chills, joint aches
and gastrointestinal symptoms of nausea, vomiting, diarrhea, abdominal cramps/pain for Days §
through 7 after each dose of IM Norovirus Bivalent VLP Vaccine or control. The redness and
swelling at the injection site was measured and recorded datly for 7 days after cach injection.
{88771 Interim medical histories were obtained at each follow-up visit on Days 7+3, 2143, 2843,
3543, 56+7, 180+14, and 393+14 and at the follow-up telephone call on Day 265 +14; subjects
were queried about interim illness, doctor’s visits, any serious adverse events (SAEs), and onset
of any significant new medical conditions. Subjects had a CBC with WBC differential and
platelet count, and serum BUN, creatinine, glucose, AST, and ALT assessed at sereening and on
Days 21 and 35 (~7 days afier cach dose) to assess continuing cligibility and safety, respectively.
{10078} Blood from subjects was collected before vaccination on Day 0 and on Days 7+3, 2143,
28+3, 35+3, 56+7, 180+14, and 393 +14 to measurc scrum antibodies {IgG, IgA, and IgM
scparately and combined) to IM Norovirus Bivalent VLP Vaccine by cnzyme-linked
immunosorbent assays (ELISA). Serum carbohydrate blocking activity and scrum HAT
antibodies were also measured. For subjects in Cohort A, antibody secreting cells {ASCs),
homing markers, memory B cells and cellular immunc responscs were assayed.

{0679} The following methods were used to analyze the blood samples collected from

immunized ndividuals or individuals receiving the placebo.
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GMI GMI GMTI Treatment Group N (95% Cl) N (95%Cl) N ((15% d) N (95% Cl)
N (95%C) N (95% ) 5/5 meg VLP 9 40.3 (18, 9 202.1 (106.3, 9 236.9
(133, 4, 9wvoa01300su08. 6, 9 188.7 1118,7, 9 201.6 1116, 4, PURMS2012/04€20)

384.3) 420.6) 331.3) 300.1) 349.5) 15/15 meg VLP 8 23.7 (12.8, 8 260,1
(95,1, 8 218,1 (104,2, 8

Serum Antibody Measurements by ELISA

0080} Mcasurement of antibodies to norovirus by ELISA was performed for all subjects, using
purified recombinant Norovirus VLPs (GL1 and G114 scparately) as target antigens to screen the
coded specimens. Briefly, norovirus VLPs in carbonate coating buffer pH 8.6 were used to coat
microtiter plates. Coated plates were washed, blocked, and incubated with serial two-fold
dilutions of test serum followed by washing and incubation with enzyroe-conjugated secondary
antibody reagents specific for human total IgG, 1gGl, 1gG2, 1gG3, 1gG4, IgA and IgM.
Appropriate substrate solutions were added, color developed, plates read and the IgG, IgA and
IgM endpoint titers determuned in comparison fo a reference standard curve for cach antibody
class. Geometric mean titers (GMTs), geometric mean fold rises (GMFRs) and seroresponse
rates for cach group was determined. Serorvesponse was defined as a 4-fold increase in antibody

titer compared to pre-immunization titers,

Norovirus Carbohvdrate Histo-blood-eroup Antigens (HBGA) Blocking Activity

{8081} Blocking assays to measure the ability of serom antibodies to inhibit NV VLP binding to
Htype 1 or H type 3 synthetic carbohydrates were performed as previously described (Reeck e
al. (2810} § Infect Dis, Vol 202(8):1212-1218). Briefly, NV VLPs for the blocking assays were
incubated with an cqual volume of serum, and serially two-fold diluted from a starting dilution of
1:25. Neutravidin-coated, 96-well microtiter plates were washed and coated with 2.5 yg/mL of
cither synthetic polyvalent H type 1-PAA-biotin or polyvalent H type 3-PAA-bictin. The scra-
VLP solutions were added. Plates were washed and rabbit polyelonal sera specific to NV VLPs
was added, washed, and followed by incubation with horscradish peroxidase conjugated goat
anti-rabbit IgG. The color was developed with tetramethylbenzidine peroxidase liquid substrate
and stopped with 1M phosphoric acid. Optical density was measured at 450, Positive and
negative controls were performed. Fifty-percent blocking titers (BT50) were determined,
defined as the titer at which OD readings {after subtraction of the blank} arc 50% of the positive
control. A valuc of 12.5 was assigned to samples with a BT50 less than 25, Geometric mean
titers ({GMTs), geometric mean fold rises (GMFRs}) and scroresponse rates for cach group were
determined. Seroresponse was defined as a 4-fold increase in antibody titer compared to pre-

immunization titers. A blocking control serum sample was used as an internal control. An assay
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175.4 (82.7, 7 182,3 (89,1, 7 146,3 (92,4, Vaccine 43.8) '711.1) 456.3)
372) 372.8) 231.5) 50/50 meg VLP 1 28.4 (13.1, 1 527,2 (271.1, 1 345,2
(195, 5, IW03B13M0¢su89. 4, 1 246,5 (138,7, 9 160, 2 (107.4. PURMS2012/006264. 5) O
1025) 0 609.6) 0_ 407.3) O 438.2) 238.8) 150/150 ntg VLP 8 63 (24.8, 7
721.8 (344.6, 8 347.7 (186.1, 8 277 (145.86,

to confirm the specificity of the blocking was performed using the same protocol for the
blocking assay with the following cxceptions: after coating with carbohydrate, scra was
incubated directly on the plate without first pre-incubating with VLP. After washing, VLPs were

incubated on the plate and detected as for the blocking assay.

Norovirus Hemagslutination antibody inhubition (HAD Assay

{0082} Vaccine-induced antibodics were examined for the capacity to inhibit hemagglutination
of O-type buman RBCs by the noroviras VEPs as previously described (El Kamary e af. (2010}
J Infect Dis, Vol 202(1 1) 1649-58). HAT titers were calculated as the inverse of the highest
dilution that inhibited hemagghutination with a compact negative RBC pattern and are presented
as GMTs, GMFRs and > 4-fold rises,

{0883} Norovirus GL 1 and GIL4 VLPs were scparately serially diluted and incubated with an
equal volume of a (.5% human RBC suspension in a 86-well V bottom plate. The amount of
norovirus VLP antigens corresponding to 4 HA units were determined and confirmed by back
titration. Test sera were heat inactivated at 56 C for 30 minutes and treated with freshly prepared
25% Kaolin suspension. To eliminate serum inhibitors, test samples were pre-adsorbed with
RB{s. The HAT assay were performed as follows: pre~-treated sera (diluted 2-fold in PBS pH
5.5) were added to 96 well V-plates and incubated with an equal vohume of Novovirus GL1 and
(GlL4 VLP antigen, respectively, containing 4 HA units. A suspension of §.5% RBCs was added
to cach well and plates incubated for an additional 90 minutes at 4 C. Wells containing only
PBS or antigen without scrum served as negative and positive controls, respectively. Geometric
mean titers {(GMTs}, geometric mean fold rises ({GMFRs} and scroresponse rates for each group
were determined. Seroresponsc was defined as s 4-fold increase in antibody titer compared to

pre-immunization titers,

Antibody Secrcting Cell Assays

{0084] PBMCs were isolated from approximately 60 mbL of anti-coagulated blood on Days 0,
7+3, 28+3, and 35+3 after administration of IM Norovirus Bivalent VLP Vaccine or placebo.
Approximately 25 mb of blood for fresh PBMC assays and 35 mL of blood for cryopreservation
of PBMCs was obtained. ASC assays detect cells secreting antibodics to norovirus VLPs (Tacket

ef al. (2000} T, Tofect. Dis., Vol 182:302-3035; Tacket ef ¢f. (2003} Clin. Immmunol., Vol.

32



8 267.9 (158.7, 8 193.5 (121.6 Vaccine 160.4) 1512) 649.5) 527) 452.2)
308.2) Placebo 8 24.1 (12.9, 9 22.8 (12.6, 9 24.9 (12.7, 9 29.1 (15.1, 8 44
(12.6, 8 W8.2813(018847, 45) 41.6) 48.7) 56.1) 154.2) pCIA®28p/0402eBUl tS
based on all subjects receiving both doses of study produt. Two subjects’
data points are excluded due to a possible m x-up of specinens. WO

2013/ 009849PCT/ US2012/ 046222 [ 00941 Hermaggl uti nation Inhibition assays
(HAf) were also utilized to test the response of serum antibodies from
vacci ngheds suby eG4 kSnRGALNS. &2@@‘;9%&&‘%1@%!'51%4\/!—1'? AALLGENSh I HNTE ALyl

car bohydrate H antigen bin studi es, just one dose of VLP vaccine

i nducedvamtibodifes itrhaatenquﬁm’tbipt“eidmhmra@ﬁiommm@mk@n fram ablbsdodisngogs.oups, as
measur X e 10).
Though CtKEYTEUGr TE b e B RBERgr SERa bive SR FRT 5t %eq tni ough

t he |a§ichﬁ1yx'tﬂﬁ:t1e@=0ﬁ‘2ﬁaﬂa}45 H&ﬁﬁhﬂtﬂb&ﬁ&)i&,b(f)}ﬁm GISS@SBMQ“ST&‘E g8 enk)poidt i@ second
dose of VLP vacci ne . itg not a pear to. en ce vacci ne-i nduced
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| nhi bi tihOPE e AN AN 1icaNOT @ daHBd Gt ibn GBS ’h{“!'&l Meam Feldcharn(@VER): and
Ser or es]oonse (4-Fold Rise) 7 Days Pos se
I subjects (in the log metric) and at least 8 ASC spots, whmh corresponds to the mean of

medium-stimulated negative control wells (2 spots) plus 3 8D as determined in similar assays.

Measyrement of Norovirgs Virgs-Specific Memory B-Cells

{0085} Anti-coagulated blood was collected ouly in Cohort A subjects (approximately 25 ml on
Days §, 28, 56 and 180} to measure memory B cells on days §, 28, 56 and 188 after vaccination
using an ELISpot assay preceded by in vitro antigen stimulation {Crotty ef @/, (2004} I, Immunol.
Methods, Vol 286:111-122.; Li ez ¢f. (20063 J. Immunol. Methods, Vol 313:116-118).
Peripheral blood mononuclear cells (5x10° cells/mL, | mLAvell in 24-well plates) were
incubated for 4 days with noroviras GL1 and GIL4 VLP antigens separately to allow for clonal
expansion of antigen-specific memory B cells and differentiation into antibody secreting cells.
Controls inchuded cells incubated in the same conditions in the absence of antigen and/or cells
incubated with an unrelated antigen, Foliowing stimulation, cells were washed, counted, and
transferred to ELISpot plates coated with Norwalk VLP. To determine frequency of virus-
specitic memory B cells per total fg-secrcting B lymphocytes, expanded B cells were also added
to wells coated with anti-human 1gG and anti-human IgA antibodies. Bound antibodics were
revealed with HRP-labeled anti-human IgG or anti-human IgA followed by appropriate
substrate. Conjugates to IgA and 1gG subclasses (IgAl, 1gA2 and IgGl-4) are also used to
determing antigen-specific subclass responses that may be related with distinet cffector
mechanisms and locations of immune priming. Spots were counted with an ELISpot reader.
The cxpanded cell populations for cach subject were cxamined by flow cytometry to confirm
their memory B cell phenotype, ie. CD19+, CD27+, IgG+, IgM+, CD38+, gD, among others
{Crotty et al. (2004) J. Immnwnol. Methods, Vol 286:111-122,; Li er ¢f. (2006} J. Immunol.
Methods, Vol. 313:110-118).



21 Days Post Dose 1 Study Day 28 Days Post Dose 1 (Pre-Dose 2) 7 Days Post
Dose 2 (35 Days Post Dose 1) 28 Days Post Dose 2 (56 Days Post Dose 1)
4-Fold wWoORoi3bho9s4d- Fol d 4- Fol d 4- Fol d GNl FR Ri sePCEUSER2Bie2 GL3I FR
Rise GAIFR Rise ONFR Rise "freatnent (95% (95% (95% (95% (95% (95%
(95%

Cellular Immune Responses

{8086] Anti-coagulated blood (approximately 25 mL on Days 0, 28, 56, and 180} from subjects
in Cohort A were collected as coded specimens and the PBMCs isolated and cryopreserved in
figuid nitrogen for possible future evaluation of CMI responses to norovirus G111 and GIL4 VLP
anfigens. Assays that are performed inclode PBMC proliferative and cyvtokine responses to
norovitus GL1 and G4 VLP antigens by measuring interferon (FFN)-y and interleukin (JL)-4
ievels among others according to established techniques {Samandart ef al. (2000} 1. Invmunol.,
Vol 164:2221-2232; Tacket ef al. (2003} Clin. Immounol,, Vol. 108:241-247). T cell responses

are also evaluated.

Results

[B887] Safety assessment included local and systemic solicited symptoms for 7 days and
unsolicited symptoms for 28 days after each dose. Serious Adverse Events are monitored for 12
months. Immunogenicity was assessed with serum obtained prior to and after cach vaccination
for Pan-ELISA antibodies {IgG, IgA and IgM combined) and peripheral blood mononuclear cells
(PBMCs} for Ig(G and IgA antibody secreting cells {ASC) via Elispot.

{8088} All four dosage groups have been enrolled for Cohort A with post dose two safety data
available from all four dosage groups {40 vaccinees total). Among the 40 vaccinees, pain or
tenderness were the most common local symptoms reported after cither dose, whereas swelling
or redness was infrequent. No severe local symptoms were reported. Systemic sympioms of
headache, myalgia, or malaise after cither dose were reported by less than half of the vaccinecs.
MNo vaccinees reported fever, No related SAEs were reported.

{0089 As shown in Figurces 1-3, robust anamnestic Pan-ELISA antibody responses {combined
1gG, igA, and IgM) were obscrved to both VLP antigens 7 days after the first dose of the lowest
dosage (5 ug GL.1 + 5 pug of G4 VLPs). The sccond dose did not boost the post dose one
responses. Simtlar results were observed for antigen-specific serum IgG and serum IgA
responses measured separately (Figures 4-9). Dose-dependent responses were observed for the
antibody responses to both antigens (Figures 1-9). However, the maximal response to the GIL.1
VLP appeared to be achicved with a lower dose than the maximal response to the GHL.4 VLP (15
ug vs. 50 ug). Interestingly, the single dose of the intramuscularly administered Norovirus

bivalent vaccine induced a surprisingly, significantly greater antigen~-specific antibody titer than
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(95% (95% (95% G oup NCI) C) N I) ) NC) ) NA) d) NCA) d) 5/5
.) 5.4 (3, 77.8 9 7(4.6. 88,9 9 6,1 (4,1, 83.9 6 (3.7, 77,8 9 6.3
(3.9, 88.wovnhB/00%.48) (40.0, 10.7) (51,8, 9,3) (51,8, PeTA)S2(14046222 10. 3)

(51.8, Vaccine

the titer induced by two doses of an intranasally administered monovalent VLP vaccine
comprising a 20 fold higher VLP dosc (Figure 10; comparc LV03-104 5 ug group to LVOI-103
100 pg group). Morcover, the low dose (5 1g}, IM bivalent Norovirus vaccine produced a
Norovirus-spectfic antibody titer similar to that induced in limans exposed to the native
Norovirus (Figare 10).

{8090} Robust IgG and IgA Elispot responses were also observed at 7 days after the first dose of
the lowest dosage (5 ug) for both VLP antigens (Table 2). Notably, the antibody secreting cell
{ASC) responses were biased to IgA vs. IgG and ASCs exhubited a mucosal homing (alpha
4/betaT) and chemokine (CCR10) receptor phenotype as assessed by flow cytometry (Figure 11
Table 3). As shown in Table 3, a greater number of ASCs exhibit mucosal homing matkers (beta
7+, CD62L-) as compared to dual mucosal/peripheral homing markers (beta 7+, CD62L+). Table
4 shows the percentage of memory B cells per 10° peripheral blood monocytes that respond to
the VLP antigens. A larger percentage of antigen-specific memory B celis also express mucosal
homing markers as compared to the dual mucosal/peripheral or peripheral homing markers.
Similar responses were also observed in recipients who received the 15 ug and 50 ug doses

{Tables 2-4).

Table 2. Day 7, Characterization of PBMC regponse. Approximation of Antibody
Secrcting Cells (ASCsYmillion CD 19+ cells.

Vaccine Response Vaecing

ASC/million CDI%+ cells - Day 7 Percent Specific

Specific to] Specific te | Percent of

GLl Gii4d Total

Nevovirus-specific B igA igG igA igG Circnlating
cells GL GL1 GEL4 | G4 PBMC
Geometric mean Al

30947 1 138G7 | 10947 | 3945 4.48% 1.49% 5.86%
5 ug dose {a=5}
Standard
Deviation Al 6674 | 9780 | 3651 | 2261
S ug dose




97.2) 99.7) 99.7) 97.2) 99.7) 15/15 meg 8 8.9 (4.4, 100.0 8 9.5 (4,
87,58 7,1 (3,1, 75.0 7 8,5 (4,1, 85,7 7 8.1 (4.4, 100.0 VLP 18) (63.1,
22.5) (47W0,20131908p (34,9, 17,7) (42,1, 15.2) (59.0, Yacaisee2/0460D. 0)

Vaccine Response Vaccine
ASC/million CDI%+ cells - Day 7 Percent Speeific
Specific to] Specific to | Percent of
GLI G4 Total
Noreviras-specific B IgA 1gG IgA IgG Circulating
cells GEL GiLi G4 | G4 PBMC
Geometric mean A2
25296 70604 7108 4336 239 145 5.37%
15 g dose (n=4) 25296 17004 10 4336 4 A 1.14% 5.37%
Standard
Deviation A2 10846 | 18770 | 6055 | 5697
15 ug deose
Geometric mean A3 36158 20572 14103 | 2549
5.67% 1.67% 7.34%
30 g dose (a=4) 67 7% 34%
Standard 11470 41% 7627 2230
Deviation A3
50 ug dose
Gegmetric mean Ad
418 G566 2621 1131 4.37% 3.75% 8.13%
156 pg dose (n=4) 34183 3566 6213 310 3 3.75% 8 o
Standard
Deviation A4 32938 | 4466 | 89769 | 15226
150 ug dose
Placebs (a2} 0 152 0 103 0.02% 0.01% 0.03%
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36.9) Results based on all subjects receiving both doses of study product.
Two subjects' data points are excluded d lie to a possible m x-up of
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9 162.1 (83.3, 9 157 (80.3, 9 167.4 (88.4, Vaccine (14.1, 383.8) 387.6)
315.6) 307.1) 316.8)  49.4) 15/15 MCV; VIP 11.9 8 105, 3
(56,1, 8 WO20MB/E4RS5, 8 84.2 (3] .1, 7 103.3 (43.3, 7 99CT/USAB2046222 Vacci ne
(6.1, 197.6) 301.3)

{8091} In the absence of an available direct viral neutralization assay due to the inability to
culture Norovirus in vifro, functional assays which serve as substitutes for viral neutralization
assays were conducted to measure functional antibodics in vaceinges.

{0092} Using the carbohydrate H antigen blocking activity assay described above, the inhubition
of GI.1 VLP binding to H antigen mediated by vaccine~-induced serum antibodics was measured,
Data are presented as geometric mean fold rise (GMFR) and seroresponse {(4-fold rise) in Table
S, and as geometric mean titer (GMT) in Table 6. Surprisingly, after just one mitramuscular
injection of the vaccine formulation, significant carbohydrate blocking activity was observed in
all dose groups; in fact, the administration of a second dose of vaccine did not significantly
increase blocking activity compared to post-dose 1 levels, The inhibition of binding activity was

maintained thronghout the testing period, up to 56 days post dose 1.

Table 5. Carbohydrate Blocking Activity (HBGA BT30), Anti-Norovirus GI.1 Geometric Mean
Fold Rise (GMFR} and Seroresponse (4-Fold Rise)

Study Bay
28 Days Post Drose 2
28 Days Post Dose 7 Days Post Pose 2 {56 Days Post Bose
7 Bays Post Bose 1 | 21 Days Post DBose 1 {Pre-Dose 2} {35 Days Post Pose 1) 1}
4-Fold 4-Fold 4-Fold 4-Fold 4-Fold
GMFR | Rise GMEFR Rise GMER Rise GMFR Rise GMER | Rise
Treatment {95% | (95% {95% {95% {95% {$5% {93% {85% {85% {953%
Grewp | N Ch CH N O CEH N CH CH NiCh CH N CH CH
3/5 meg S 889 19 251 S8.9 G 197 W08 19120077, 88.9 9 16.6 778
VP (518, (8.9, {51.8, (8.2, {66.4, 58T (51.8, (8.7, {43.0,
Vaccine 98.7y 70.33 3.7y 47.1) 108.0) 98.7) 48.13 97.2)
15/15 meg | 8 100.0 (8] 235 w000 |8 185 W0o.e 17 100.0 718424, 571
VP 36, 1 (631, (10.5, {63.1, (8.4, (63.1, 8,5 {59.0, 29.6) {18.4,
Vaccine 808y | 100.0) 61.8) 100.0) 40.6) 108.0) 1043.0) 90.1)
30/50 meg |} 38.5 1000 11 279 160.0 1 269 w008 111 19(99, 100.0 9 10.2 778
VP O (183, { (692, (0| (13.4, 68.2, |0 (10, (69.2, 10] 364} {692, {4.6, {43.0,
Vaceine 8163 | 100.0) 58) 100.0) 3.5) 108.0) 100.0) 22.8) 97.2)
150/150 7 30,6 100.0 18] 194 006 |8 16.3 1008 (8] 188 100.0 8 228 100.6
meg VLP (16.3, | {590, (13.1, {63.1, (1.7, (63.1, (12.8, {63.1, {17, {63.1,
Vaceine S7.6y 1 L00.0) 28.5) 100.0) 22.6) 108.0) 27.5) 100.0) 33.3) 100.0)
Placebo 8109081 00 {80807, 0000, | 810806, | 0000, |8]0K07,1 0000, | 810.6(03, 0.6
1 {0.0, 1.1 36.9) L1 30.9; i1 36.9) 123 {0.0,
369} 36.9)
Results based on all subjects receiving both doses of study product.

Two subjects” data points are excluded dug ¥o a possible mix-up of gpecimens; one o these data poinis is a baseline specimen resuliing in the
subject not having fold rise dats available for any time point.
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227. 6)

246. 6)

209. 7)

23. 4)

9.6) 0 32208)1300&R6, 1) 0 191.8) 0 184, 5)
(7.5, 7 114.1 (50,9, 8 101.6 162, 8

50/ 50 MCg VLF'

17.2 (5.3 1 160
(79.4, 1 119.2 (60.4, 1 99.7 (51.8, 1 103.8 (58.4, 9 81.1 (38.8, Vaccine 0
169.5) 150/ 15@cmug2idiz/0dc2L: C 9. 2

Table 6. Carbohydrate Blocking Activity (HBGA BT50), Anti-Norovirus GL1 Geometric Mean
Titer (GMT)

Study Bay
7 Drays Fost Dose 28 Days Post
28 Bays Post Dose 2 Dose 2
7 Days Post 21 Days Post i {35 Drays Post {56 Days Post
Pre-Dose 1 Dose 1 Dose 1 {Pre-Dose I} Dose 1) Dose 1}
GMT GMT GMT GMT GMT GMT
Treatment Group | N| (85% ChH (N} (85% ) |Ni {(95% Ch N &5% Iy Ni (95% CI) N {95% )
5/8 meg VLP 9| 289127, 19| T68.5(344.1, |91 72373981, | ¢ 568 (321.8, |91 ST7T.1 (3512, 19| 4783 (2933
Vaceine 65.9) 1716) 1316} 1003) 948.3}) 780.1)
15/15 meg VLLP 81 249127, 18] 826.1 (5249, | 8] 63432859, | 8 | 459.8(225.3, |71 6103 (354.6, | 7| 2305 (3052,
Vaceine 48.7) 1300) 1407} 938.6) 1050) 506.73
5G/50 meg VLP V] 17329, (1] 66923200, |11 48372587, | 10} 36241929, | 1} 32891819, {2 184 (97.2,
Vaccine G 3.3y G 1361) 0 S04.2 680.7) G 563.83 348.3)
B0/150 meg VLD | 8] IS5 (ALY, (7] 435(262.5, |81 30071739, | S | 232771467, | 81 2915 (A71.5, | 81 369.7 (2335,
Vaccine 21.8} 720.8) 520) 433.2) 4954} 584.63
Placebo S 2901, 18 24.6 (9.8 9 228, G S 4.6 (8.4, S 183 (104,
92.8) 652.1) 57.3) T2.6) 333
Results based on all subjects receiving both doses of study product.

Two subjects” data points are excluded due ¥o a possible mix-up of specimens.

10093} Sinularly, carbohydrate blocking activity of serum antibodics against G114 VLPs was
measured. A significant response was obscrved in all dosing groups as measured by GMFR and
scroresponse {Table 7} as well as GMT (Table §). Similar to the antibody-mediated blocking of
(G1.1 binding described above, robust blocking of GI1L4 VLP carbohydrate binding activity was

detected after just one dose, and a sccond dosc did not appear to enhance the blocking activity.

Table 7. Carbohydrate Blocking Activity (HBGA BT50), Anti-Norovirus GiL4 Geometric Mean

Fold Rise (GMFR) and Scroresponse (4-Fold Rise)

Study Bay
28 Days Post Dose 2
28 Days Post Dose 1 7 Bays Post Dose 2 {56 Days Post Dose
7 days Post Bose 1 | 21 Diays Post Pose 1 {Pre-Bose 23 {35 Drays Post Dose 1} 1}
4-Fold 4-Fold 4-Fold 4-Fold 4-Fold
GMER | Rise GMFR | Rise GMER | Rise GMER Rise GMFR | Rise
Treatment {95% | (95% {95% {¥5% {95% {95% {95% {95% {95% {95%
Group N CI Chy Ny Ch Ch Nt CI CH Nt i) CH N Ch CI}
5/5meg VEP |91 5(1.0, 233 19SS (LT,0 556 19147(14, 444 91 4.7 (1.9, 44.4 91 5(1.6, 55.6
Vaccine 16.1) (7.5, 20.3) (21.2, 157 {13.7, 13.8) (13.7 15.9) (21.2,
T0.1) §6.3) 78.8) 78.8) 86.3)
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77.2 (51.8, 8 7'7.2 (51.8, 8 67.3 (44.7, Vaccine 11.3) 255, 7) 166,4)
115) 115) 101.3) Placebo 8 16.8 9 16,6 (11,7, 9 16,1 (10,7, 9 16,6 (11, 8
15. 4 (10,w® 206/@95420. 8,  (10.1, 23.7) 24.1) 25) 23pTr/uUS2i24)6222 28. 1)

Study Day
28 Days Post Dose 2
28 Days Post Pose 1 7 Pays Post Bose 2 {56 Days Post Dose
7 Days Post Dose 1 | 21 Days Post Dose 1 {Pre-Dose 2} {35 Days Post Dose 1) 1

4-Fold 4-Fold 4-Fold 4-Faold 4-Fold
GMFEFR | Rise GMFR Rise GMER | Rise GMER Rise GMER | Rise

Treatment {958% | 85%% {25% {95% {85% {95% {95% {95% {25% {35%
Group N Ch Ch iN} Ch Co) Nt Ch Ch XN Ch Ch Ny Ch o
I5/15 meg 81117 62.5 18} 823, 62.5 817425, 62.5 7T, 57.1 Ti5.6(2.3,0 ST
VLP Vaccine 45.3) | (245, 27.9) (24.5, 21.8) (24.3, 23} {18.4, i4) (18.4,
91.5) 91.5) 91.5) 9C.1) 9(1.1)
50/50 meg by 18.6 70.0 b 122 70.0 1184028 1 700 118729, TG0 191522.2,1 667
VLP Vaccine | G (4.9, (348, 10} (38, (348, 10} 24.4) 348, (0 260 (34.8, 12y (25.9,
70.8) 93.3) 39.4) 93.33 93.33 93.33 92.5)
180150 meg | 71100 (2,0 57 8155019 50.0 814416 50.0 8414307 37.5 81353 25.0

VLP Vaccine 51.8) 18.4, 16.5) (15.7, 12.2) {15.7, LTy (8.5, 7.2) (3.2

S0.1) 84.3) 84.3) 75.5% 65.1)
Placebo SU109, 10000, 81 LI, [ 0000, [ 811309 i2.5 81 LB (.S, 81 207, 12,5
I8y 36.9) 1.3 36.9; 2.0 0.3, 6.7} 6.1y .3,
5273 2.7

Results based on all subjects receiving both doses of study product.

Two subjects’ data peints are excluded due to a possible mix-up of specimens; one of thess
subjec

t not having fold rise dats available for any time point.

data points is a bascline specimen tesulting in the

Table 8. Carbohydrate Blocking Activity (HBGA BT50), Anti-Norovirus GIL4 Geometric Mean
Titer (GMT)

Study Day
7 Bays Post Bose | 28 Days Post
28 Days Post 2 Dose 2
7 Days Post 21 Days Post Dose 1 (35 Days Post {56 Days Post
Pre-Dose 1 Dose 1 Dose 1 {Pre-Dose 23 Dose 1} Dose 1)
GMY GMT GMT GMY GMT GMT
Treatment Group | N| (35% CH [N (95% CH  |N] (98% CH iN] (83% ChH |Ni (#5%CH |Ni (#5%ChH
3/5 meg VILP 91 403 (18, 192021 (1063, |91 2369 (1334, 1 9] 1897 (108.6, | 91 1887 (1187, 191 2016 (1164,
Vaccine 903 384.3) 420.6) 331.3) 3001 344.5)
13/15 meg VLP §1227(12.8, 18| 2601 (951, |8 2181 (1042, {8 1754827, |71 1823(881, |7} 1463 (924
Vaccine 43.83 7141 456.3) 372) 3728y 231.5)
30/50 meg VLP 11284 (121,11 527.2(271.1, | 1] 2452 (185.5, 2382 (139.4, | 11 2465 (1387, |91 1602 (107
Vaccine 0 61.5) 0 1025) 0 609.6) Y 407.3) 0 428.2) 238.8)
SG/150meg VIP [ 8] 63248, 7| 721.8(344.6, | 8| 2477 (1861, | 8] 277(145.6, |81 2679 (1587, | 8| 193.5(121.¢
Vaccine 160.4) 1512) 649.3) 827y 452.2y 308.2)
Placebo 81241012 9| 228126, |9 249527, 9] 29151, |8 {4 {12 81 4820167
45} 41.63 48.73 56.1) 154.2) 139.5)

Results based on all subjects receiving both doses of study product.

Two subjects” data points are excluded due o a possible mix-up of specimens.
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Results based on all subjects receiving both doses of study pi-Oth et. Two

subj ects' data points are excluded due to a possible m x-up of specinens.
10095] | mwoknts/mmps4of hemaggl uti nati on was al so achi eved palnars2aibe4d22az get VLP

was a m smatched virus. Vacci ne-induced serum anti bodi es inhibited

hemaggl uti nati on by a Houston virus strain VU, as neasured by GWR and
seroresponse (Table 11) as well as GWI (Table 12). In this case, the higher
VU vacci ne doses afforded stronger responses, particularly as nmeasured by
4- 1ol dodolsp P ficlhio natiGYERAAG, gfg,qé‘,qliﬁm; REroWRG GrtiBEG 00 49Tk g‘aﬁ&'o\fgxre&r eased
when the target VLP was the 2003 ‘Gincinnati virus strain, as measured just
7 days apostliddse: wksiﬁaiblieu‘tﬂgmﬁ aghabt ergbl Notdemagy Ll thngdnk dimiiahiobi t i on Assay
(Houst an \f rovi l. 4 C Id Ri se
(o dhdife PGB h i O DY Wt S e S TR RBEP i B Vaccs ne
15/ 15 ﬁr&ﬂ@tﬂ\lﬂl@ﬂd@@ﬁ@lﬁdﬁen Tn 81 My,iﬁa g?@@s :G\lﬁﬁs(u%5% ONIFHR (Pat(dl9), 3-8 rike 7 (0. 9,
3) Dose | 4-Fold (eg %g 15(03,,527)219Days
Post GVEM%B%@WH Jabied 0% Thfeusﬁ)* %ﬂ@ff‘*hiéﬁwy DI SR TR & (95% Cl)
0.0 (00433 Bkir f.;]u% 1%16(195@1@3 éﬁ%tea)@g@a}f@ post dose 2, 56 days post dose 1), the second

dose of VLP vaccine did not appear to enhance vaccine-induced antibody-mediated inhibition of

hemagglutination,

Table 9. Hemagglutination Inhibition Assay Anti-Norovirus Gi.1 Geometric Mean Fold Rise
(GMFR} and Seroresponse (4-Fold Rise)

Study Day

28 ays Post Bose 2

28 Diays Post Dose 1 | 7 Days Post Dose 2 {56 Bays Post Bose

7 Days Post Pose 1 21 Days Post Dose § {Pre-Dose 2} {35 Days Post Dose 1) I}

4-Fold 4-Fold 4-Fold 4-Fold 4-Fold

GMFR | Rise GMFER Rise GMER | Rise GMEFR | Rise GMFR | Rise

Treatment {95% {95% {45% {95% {95% | {95% {95% {95% {(95% | {95%

Group N Ch Ch N ChH ) Y Ciy Ciy |N Ch CH Y Ch Ch
5/5 meg 91 543, 718 91 T{4e6 §8.9 9161{4.1,| 889 |9 6{37, 7R 9163(39,| B89
VLP 8.8) (40.0, 10.7) (31,8, 5.3) (51.8, 9.5} {40.0, 10.3) (518,
Vaceine 97.2) 99.73 99.7) 97.2) 99.7y
5/18 meg 818944, 000 (8] 954, §7.5 RI7.1(1, 0 750 | 718541, 857 711 (4.4, 1000
VLP 185 (63.1, 22.5) {47.3, 16.1) (34.9, i {42.1, 15.2) (59.0,
Vacecine 100.0y 99.73 96.8} 99.63 100.0)
50/50 meg 1 22.4 800 11 16.7 1000 11 13.9 1000 |1 i4.3 Wwoe |9 11.8 0.0
VLP 0 (116, (69.2, 10 (93, (69,2, 101,24 (692, | 0| (93, {69.2, (6.3, (66.4,
Vaceine 433 100.0y 29.8) 108.0) 100.03 220 100.0) 24, 9: 100.0)
150/150 7 12, 887 8 111 1006 18] 84(5 | 1000 | 8] 845, 1008 | 817345, 1000
meg VEP (57,28y | (42.1, (6.4, {63.1, i4) (63.1, 14) {63.1, 11.9) (63.1,
Vaceine 99.6} 19.3) 100.0) 100.03 100.0) 100.0)

Placebo B 108, |0000,1 8 1{(09 {0000, 8] 109, 5.0 S10907,|00{0,{ 8] 1(08 8.0
2) 25.9} 1.2} 36.9) 1.1 (0.0, 1.1 36.9) 1.2} {0.0,

36.9) 25.9}

Results based on all subjects receiving both doses of study product.

Two subjects’ data peoints are excluded due to a possibie mix-up of specimens; one of these data points is & baseline specimen tesulting in the
subject not having fold rise data available for any time point.

Table 10. Hemagghutination Inhibition Assay Anti-Norovirus GL1 Geometric Mean Titer (GMT)

Study Day
28 Bays Post | 7 Days Post Dose | 28 Days Post
7 Days Post 21 Days Post Dose 1 (Pre- 2 (35 Days Post | Daose 2 (86 Days
Pre-Dose 1 Dose 1 Dose 1 Pose 2} Dose 1) Post Dose 1)
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Study Days Post (Pre-Dose GWR (95?./ii d) 1.3 (0.9, 1.7) 1.5 (1.1, 2.2)
Day Dose 1 2) 4-Fold Rise (95%Cl) 0.0 (0.0, 33.6) 0.0 (0.0, 36.9) 7 (35 9
7 Days Pos02Dsym9faost GWR (95% Cl) 1.3 (1, 1.7) 1.5 (1lpchaseoi2/obase 1)
Rise (95%Cl) 0.0 (0.0, 33.6) 0.0 (0.0, 41.0) 28 (56 9 7 Days Post Days
Post 1) GWR (95%Cl) 1.3 (1, 1.6) 1.6 (1.1, '7.4) Dose 2 Dose 4-Fold Rise
(95% Cl) 0.0

GMT
(35% GMT GMT GMT GMT GMT
Treatment Group |N| €D |N| (95%CD IN| (95%CDhH [N| $5%CDH [N ©&5%CD [N (95% Ch
5/5 mog VLP 9 264 91435536, 10| 1853 (82,6, [ O | 162.1(833, | 91 157(803, |91 167.4(884,
Vaccine (4.4, 383.8) 387.6) 315.6) 367.1) 316.8)
49.4)
15/15 meg VLP R0 119 [2i1053(361, 18| L1125 18| R42GLL [ 71 1033333, |71 992469,
Vaccine (6.5, 197.6) 361.3) 227.6) 246.6) 209.7)
23.4)
50/50 meg VLP V172053, |11 160(79.4, 11| 1192¢604, | 1| 99.7(51.8, | 1] 103.83(584, |9 811(385%,
Vaccine 0] o5 |0f 226 (0] 2350 10| 1918 |0 184.5) 169.5)
150/150 meg VIP | 8] 9.2¢7.5, [ 71 114.1(309, 1 8| 101.6(52, [ 8| 7726508 | 8] 7T72(518 |8 673447,
Vaccine 11.3) 25577 1656.4) 115) 115) 101.3)
Placebo 81 168 |9} 166017, {9 161007, {9 1661, |81 15440, |81 152¢108,
(o, 237 24.1) 25 2377) 24.4)

28.1)

Results based on all subjects receiving both doses of study product.

Two subjects’ data points are excluded due to a possible mix-up of specimens.

{0695} Inhibition of hemagglutination was also achicved when the target VLP was a mismatched
virus. Vaccine-induced serum antibodics inhibited hemagglutination by a Houston virus strain
VLP, as measured by GMFR and scroresponse {Table 11} as well as GMT (Table 12}, In this
case, the higher VLP vaccine doses afforded stronger responses, particularly as measured by 4-
fold rise or GMT. GMFR and 4-fold rise were also significantly increased when the target VLP

was the 2003 Cincinnati virus strain, as measured just 7 days post dose 1 (Table 13},

Table 11, Hemaggelutination inhibition Assay (Houston Virus Strain VLP), Anti-Norovirus Gil.4
Geometric Mcan Fold Rise (GMFR) and Scroresponse {(4-Fold Rise)

Study Day
28 Days Post Dose 2
2% Days Post Dose | 28 Days Post Dose L | 7 Days Post Pose 2 {56 Days Post Duse
7 Drays Fost Dose § H {Fre-ose 2} {35 Days Post Dose 1) 13
4-Fold 4-Fold 4-fold 4-Fold 4-Fold
GMEFR | Rise GMER | Rise GMER | Rise GMER | Rise GMFR | Rise
Treatme {95% (5% {95% | (95% 5% | (95% {95% {95% {95% | (95%
nt Grogp | N Ch ChH N ChH Ch N Ch N Ch o N o Y
5/5 meg 91 1.2, 3.0 IL3(G9,] 00 911305 | 00 |91 L3, |00{0, {91 1.3, 3.0
VLP 1.5) (0.5, L7 (0.0, 17 (0.0, 17 33.6) 1.6) (0.0,
Vaccine 23.63 33.6) 33.6) 23.63
15/15 S LT708,| 14S5 181 hoe{lL,] 125 |8 1SLL ) 00 |7 15, 00000, 7 L6, G0
meg VEP 2 (0.3, 2.4y (0.3, 2.2) (0.0, 2.2) 41.0) 2.4) (0.0,
Vaccine 52.7} 52.7) 36.9) 41.0%

45



(0.0, 33.6) 0.0 (0.0, 41.0) WD 2013/009849PCT/ US2012/ 046222 Study Day 7
Days Post Dose 1 21 Days Post Dose | 28 Days Post Dose 1 (Pre-Dose 2) 7
Days PostwDasss/@9%485 Days Post Dose 1) 28 Days Post Dos@CZ/usa@20a232 Post
Dose 1) 4-Fold 4-Fold 4-Fold 4-Fold 4-Fold GWR Ri se GVWR
Rise CATER Rise GA/1FR Rise GWR Rise Treatine

Study Day
28 Prays Post Bose 2
2% Days Post Bose | 28 Days Post Dose 1 | 7 Days Post Dose 2 {56 Days Post Dose
7 Days Post Pose 1 i {Pre-Dose 2) {35 Days Post Dose 1) I}

4-Fold 4-Fold 4-Foid 4-Fold 4-Fold

GCMER | Rise GMER | Rise GMFR | Rise GMFR Rise GMER | Rise

Treatwme {25% {95% (5% | {(#5% {95% | (5% {95% (5% (95% | (95%
ut Growp | N Ch) ChH O iN| Ch Ch [N CH ChH N Ch) Y N CI) oy
SG/50 11209, 100 11608 O | 111705, 180 | 1]1.5(09, 16.0 9113081 111
meg VLP | O 4.3) 0.3, 141 3.4 G.3, 10 D G.3, |0 2.4) (0.3, 2 (0.3,
Vaccine 44.5) 44.5) 44.5) 44.5% 48.2)
15G/150 T143(15, ) 570 1812.6(1.2,0 5006 181190 125 | 811911, 12.5 LT LE T 128
meg VLP 12.4) {184, 5.8} (15.7, 3.3) (0.3, 3.5 (0.3, 2.6) (0.3,
Vaccine 90.1) 84.3) 527 52.73 5273
Placebo §1 1(09, 8.0 §11.1(09,| 00 §1 L4, 0.0 §11.2(0.8, 125 L1710 125
L1 (0.0, 1.3} (0.0, 1.2) (0.0, 1.9 (0.3, 1.8) (0.3,

36.9) 36.9) 36.9) 52.73 5273

Results based on all subjects receiving both doses of study product.

Two subjects” data points are excluded due to a possible mix-up of specimens; one of these data points is a baseline specimen resulting in the
subject not having fold rise data available tor any time point.

Table 12. Hemagglutination Inhibition Assay (Houston Virus Strain VLFP), Anti-Norovirus Gl 4
Geometric Mean Titer (GMT)

Study Day
7 Days Post 28 Days Post
28 Days Post Drose 2 Drose 2
7 Drays Post 21 Drays Post Dose 1 (35 Bays Post | {56 Bays Post
Pre-Bose 1 Bose 1 Dose 1 {Pre-Iose 2} Bose 1) Pose 1)

Treatment GMT GMT GMT GMT GMT GMT

Groug N 95% Ch [N} (95%Ch | N {#5% Ch) N O5%CH N O5%Chy [N @5%Ch
S/Smeg VEP | 91 143.5(97.9, 101 17741227, 1 9| 180.8(114.4, | 9 | 180.8(1144. 19 189.1 8 18G.8
Vaccine 210.3) 236.5) 285.6) 285.6) {119.2, {1227,
299.9) 266.3}
15/15 meg B 11298(86.4, | 8121831292, 1 8| 207.5(134.8 | § | 2002 (1328, {7 169.5 7 187.2
VLP Vaccine 194.9) 368.8) 319.3) 30173 (114.1, 252} {1191,
294.2}

0/50 meg 1 161.9 11323.8¢356.5, 1 1| 252.5(130.4, | 1 | 273.9(1509, 1 1 242. g1 1952 (125,
VLP Vaccine | O [ {1197, 219} | O 669.8) G 489.2) Y 497.23 0 {150.2, 304.9}

301.5}

150/150 meg | 8 210.6 7185352974, 1 8| 546.2(237.6, | § | 4063 (2015, 1 & 4G6.3 8 354.1
VLP Vaccine {10&.8, 2449) 1255) 819.1} {180.3, {184.5,
407.5) 015.43 679.5)

Placebo 811489738, | 9 1501 (8L, | 9 157(77.9 S 1674014, 18| 182.6(9S, | 8| 162.4(88.5,
3000.3) 2&1.1) 316.5) 206.4} 354.5} 297.9}

Results based on all subjscts receiving both doses of study product.

Two subjects’ data points are excluded due to a possible mix-up of specimens.
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(95% (95% (95% (95% (95% (95% (95% (95% (95% 05% at G oup N CD (I) N
Cl) Cl) NCDO) NC) d) NdA) (I) 50/ 50 incg VI,P
1 0 2(0. 9wo203)008%390 (0.3, 1 O PCT/US2012/046222

Table 13. Inhibition of Hemagglutination in placebo versus 56/50 ug VLP vaccine

Hemagglutination Inhibition Assay (2003 Cincinnati Virus Strain VLP), Anti-Norovirus
G114 Geometric Mean Fold Rise (GMFR) and Geometric Seroresponse (4-Fold Rise)

Results by Treatment Group 7 Days Post Dose |

Treatment Group N GMFR (95% CI) 4-Fold Rise (95% C1)
Placebo 2 10(0.6, 1.8 0.0 (0.0, 84.2)
50/30 pg VLP Vaccine 10 44(1.6,11.9) 50.0 (18.7. 81.3)

{8396} The results from this study demonstrated that the Bivalent IM Norovirus VLP vaccine
was generally well tolerated. The immunogenicity data suggested that a single vaccing dose may
be sufficient to protect seroposttive human adults, The results from the carbohydrate blocking
activity and hemagglutination inhibition assays provided further evidence that a single vaccine
dose induced serum antibodies with potent anti-Novovirus activity. The magnitude and rapidity
of the obscrved immune responsces following a single parenteral dose in humans were dramatic
when compared to carlier immune responses reported by multiple nasal VLP vaccine
administrations at much higher VLP dosages (El Kamary ef ¢/, (2010} J Infect Dis, Vol 202(1 1 ):
1649-1658}. These responses were also superior to those induced by orally administered
Norovirus VLPs (Tacket ef ¢f. (2003) Clin Immunol 108:241-247; Ball ef a/. (1999,
Gastroenterology 117:40-48) as well as those induced by Norovirus VLPs produced by
transgenic plants (Tacket er ¢f. (2000} J Infoct Dis 182:302-305). In particular, this intramuscular
vaccine formulation produced anamnestic responses within seven days of immunization and
maximal serum antibody responses were obscerved after s single dose, including a significant IgA
response and functional carbohydrate blocking activity and hemagglutination inhibition activity.
Thus, this Norovirus bivalent vaccine induced a strong, protective immune response in humans

that was superior to inunune responscs induced by any currently available Norovirus vaceine.

Example 2. Dose Escalation, Safety and Immunogenicity Study of Intramuscular Norovirus
Bivalent Virus-Like-Particle (VLP) Vaccine in Humans (LV03-184 Study)

{0097} The following example provides the remaining planned portion of the clinical study
described in Example 1, wherein a randomized, multi-site, dose-escalation study is conducted in
adults > 18 years of age of the safety and imyounogenicity of four dosage levels of an

intramuscular (IM} Norovirus Bivalent VLP Vaccine adjuvanted with movophosphoryvl lipid A
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1.6 (0.8, 3.1) 10.0 (0.3, 1 0 1.7 (0.9, 3.1) 10.0 (0.3, 1 0 1.5 (0.9, 2.4)
10.0 (0.3, 9 1.3 (0.8, 2) 11.1 (0.3, Vaccine 44.5) 44.5)  44.5)

44.5)  A802)134BM4350 incg VI, P 7 4.3 (1.5, 12.4) 57.1 @L8Us2018/02626% 1. 2,
5.8) 50.0 (15.7, 8 1.9 (1.1, 3.3) e- 8

(MPL) and aluminum hydroxide (AIOH), compared to placcbo. Subjects will receive two doses
of the vaccing or placebo, by intramuscular (M) injection, 28 days apart using a 1.5 inch
(38mmy) needle. This example is intended to further tlustrate the principles of the present
invention,

{0098} Cohort A has completed corollment in the study and was described above n Example 1.
Cohort B contains ~20 subjects 50-64 vears of age. Cohort C contains ~30 subjects 65-85 years
of age. Approximately 98 subjects are enrolled in the study as a whole.

{0099] In Cohort B, ~20 subjects 50-64 years of age are erwolled and randomized 1:1 to receive
vaccine (N=10) or placebo (N=10). After the 7-day post Dose 2 safety data (Study Day 35) are
available for review from subjects in Cohort B, subjects in Cohort C are eligible to receive their
initial dose. In Cohort C, ~30 subjects 65 to 85 years of age are enrolled and randomized 1:1:1 to
receive vaccing adjuvanted with MPL and AIOH (N=10}, or vaccine adjuvanted with AIOH
alone, 7.e. no MPL (N=18), or placebo (N=18). The antigen concentrations of the norovirus
VLPs and of the AIGH in the two vaceine formulations to be evaluated in Cohort C are identical;
only the presence or absence of MPL is different.

{88108] The Norovirus Bivalent VLP Vaceine contains genogronp 1, genotype | (Gl 1} and
genogroup 1, genotype IV (GHL.4) VLPs as the antigens, and Monophosphoryl Lipid A (MPL)
and aluminam hydroxide (AIOH) as adjuvants, sodium chloride (NaCly and L-histidine (L-His)
as buffer (pH 6.3-6.7), cthanol and water for injection. The GHL.4 VLPs comprised a capsid
sequence of SEQ ID NO: 1, which was derived from three G 4 strains,

{06101} The single dosage of vaceine selected for further evaluation in Cohorts B and C is the
lowest dosage in Cohort A that results in the most robust and reproducible immune response that
is also generally well tolerated. The Day 56 safety and immunogenicity data from subjects in
Cohort A is reviewed by the CSM/SMC and the bivalent dosage is selected for evaluation in
Cohorts B and C.

{00102} The subjects keep a daily memory aid of solicited symptoms including four local
injection site reactions, such as pain, tenderness, redness, and swelling, and 10 systemic signs or
symptoms including daily oral temperature, headache, fatigue, muscle aches, chills, joint aches
and gastrointestinal symptoms of nausea, vomiting, diarrhea, abdominal cramps/pain for Days 0
through 7 after cach dose of IM Norovirus Bivalent VLP Vaceine or control. The redness and

swelling at the injection site are measured and recorded daily for 7 days after each injection,
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1.9(1.1. 3.5) 12.5 (0.3, 8 1.7 (1.1, 2.6) 12.5 (0.3, Vaccine 90.1)
52. 7) Placebo S1 (0.9, 0.0 S1.1 (0.9, 0.0 S1.1(1, 0.0 S

84. 3)

1.2 (0, 8,wb20B/89su91 (0.7, 12.5 1.1) (0.0, 1.3) (0.0pCTAIS2)12/(006202

{00103} Interim medical historics are obtained at cach follow-up visit on Days 7+3, 21-+3, 28+3,
35-+3, 56+7, 180+14, and 393+14 and at the follow-up telephonce call on Day 265 +14; subjects
arc quericd about interim illness, doctor’s visits, any scrigus adverse events {SAESs), and onsct of
any significant new medical conditions. Subjects have a CBC with WBC differential and
platelet count, and serum BUN, creatinine, glucose, AST, and ALT assessed at screening and on
Days 21 and 35 (7 days after cach dose} to assess continuing eligibility and safety, respectively.
{80104} Blood from subjects is collected before vaccination on Day § and on Days 7+3, 2143,
2843, 3543, 56+7, 180+14, and 393 +14 1o measure seram antibodies (IgG, Iga, and IgM
separately and combined) to IM Norovirus Bivalent VLP Vaccine by enzyme-linked
immunosorbent assays (ELISA). Seruro carbohydrate blocking activity and serum HAT
antibodies are also measured.

{B3105] The methods described above for Cohort A are used to analyze the blood samples
collected from immunized individuals or individuals receiving the placebo. The results of the
study will be employed in the development of a clinical protocol for administration of the
vaccine formulations of the invention.

[88106] The present invention is not to be hmited in scope by the specific embodiments
described which are intended as single illustrations of individual aspects of the invention, and
functionally equuvalent methods and components are within the scope of the invention. Indeed,
varicus modifications of the invention, in addition to those shown and described herein, will
become apparent to those skilled in the art from the foregoing description and accompanying
drawings using no more than routine cxperimentation. Such modifications and cguivalents are
intended to fall within the scope of the appended claims.

{80107] Al publications, patents and patent applications mentioned in this specification are
herein incorporated by reference into the specification to the same extent as if cach individual
publication, patent or patent application was specifically and individually indicated to bhe
incorporated herein by reference.

{60108} Citation or discussion of a reference herein shall not be construed as an admission that

such is prior art to the present invention,
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(0.3, 1.8) (0.3, 36.9) 36.9) 36.9) 52.7) Resul ts based on all
subj ects receiving both doses of stilly product. Two subjects' data points
are excl maedothness4e a possi bl e m x-up of speci nens; onePafi/usb@zm4cial a
points is a baseline specinmen resulting in the subject not having fold rise
data available for any tine point. Table 12. Hemaggl uti nation Inhibition
Assay (Houston Virus Straitpn i-Norovirus GH 4 Geonetric Mean Titer (GMI)
St udy Day 7 Days Post 28 Days Post 28 Days Post Dose 2 Dose 2 7
Days Pestrpgkoayxs Post Dose 1 (35 Days Post (56 Days Post Pre-Dose 1 Dose
1 Dose 1 (Pre-Dose 2)
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Worwalk Virus-like Particles Given Orally to Volunteers: Phasc I Study. Gastroenterology

1999; 117: 40-48.

10. Tacket, CO, MB Sztein, GA Losonky, S5 Wasserman, and MK Estes. Humoral, Mucosal,
and Cellular Imroune Responses to Oral Norwalk Virus-like Particles in Volunteers., Clin
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CLAIMS:
{. A method of eliciting protective immunity against Norovirus in a human comprising

administering parenterally to the human no more than a single dose of a vaccine composifion,
said composition comprising genogroup I Norovirus virus-like particles (VLPs), wherein said
composition induces at least a three-fold increase in Norovirus-specific seram antibody titer as
compared to the titer in the human prior to adnunistration of the composttion, and wherein said

genogroup T Norovirus VLPs comprise a capsid protein derived from a genogroup 1 viral strain.

2. The method of claim 1, wherein the composition comprises no more than 154 pg of said

genogroup | Norovirus VL Ps.

The method of claim 1, wherein the composition comprises no more than 50 pg of said

3

genogroup § Norovirus VL Ps.

4. The method of claim 1, wherein the composition comprises no more than 25 pg of said

genogroup I Norovirus VLPs.

5. The method of claim 1, wherein the composition comprises no more than 15 pg of said

genogroup I Norovirus VLPs.

6. The method of claim 1, wherein the composition induces at least a six-fold increase in
Norovirus-specific serom antibody titer as compared to the titer in the human prior to
administration of the composition.

7. The method of claim 1, wherein said Noroviras VLPs are monovalent VLPs or

multivalent VLPs.

&. The method of claim 1, wherein said composition further comprises genogroup 1
MNorovirus VLPs, said genogroup 1 Norovirus VLPs comprising a capsid protein derived from a
genogroup H viral strain.
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(180.3, (184.6, 407. 5) 915.4) 679.5) Pl acebo 8 148.9
(73.8, 9 150.1 (80.1, 9 157 (77.9, 9 167.4 (91.4, 8 183.6 (95, 8 162.4
(88.5, 8O0 B)0098381. 1) 316.5) 306.4) 354.5) 297.9) PCT/US2012/046222

9. The method of claim 8, wherein said composition comprises no more than 150 pg of

genogroup U Norovirus VLPs.

10. The method of claim 8, wherein said composition comprises no more than 50 pug of

genogroup I Norovirus VLPs.

1. The method of claim &, wherein said composition comprises no more than 25 ug of

genogroup I Norovitus VLPs,

12, The method of claim &, wherein said composition coraprises no more than 15 ug of

genogroup H Norovirus VLPs.

13, The method of claim &, wherein said genogroup I Norovirus VLPs are Norwalk virus
VLPs and said genogroup I Norovirus VLPs are VLPs generated from expression of a

consensus sequence of genogroup I Norovirus.

14, A method of cliciting protective immunity against Noroviras in a human comprising
admirustering parenterally to the human no more than a single dose of a vaccine composition,
said composition comprising genogroup H Novovirus virus-like particles (VEPs), wherein said
compostiion induces at least a three-fold increase 1 Norovirus-specific serum antibody titer as
corapared to the tier in the human prior to administration of the coruposition, and wherein said

genogroup H Norovirus VLPs comprise a capsid protein derived from a genogroup H viral strain.

15, The method of ¢laim 14, wherein the composition comprises no more than 150 pg of said

genogroup H Norovirus VLPs.

16.  The method of claim 14, wherein the composition comprises no more than 50 pg of said

genogroup U Norovirus VLPs.

55



Resul ts based on all subjects receiving both doses of study p, oduct. Two
subj ects' data points are excluded due to a possible m x-up of specinens.
WO 2013/ OWOUBRAETIIWS2012/ 046222 Tabl e 13. I nhibition of pEensggkoséaati on in
pl acebo versus 50/50 gg -VLP vacci ne Hemaggl uti nation Inhibition .Assay
(2003 Gincinnati Virus Strain VLP), Anti-Norovins G1.4 Geonetric Mean Fol d
Rise ((MFR) and Geonetric Seroresponse (4--Fold Rise) Results hy Treatnent
Goup 7 Days Post Dose 1 Treatnent G oup GNFR (95% Cl) 4-Fold Rise

Vacas ma- 0 1HEGRo8 pfoffinh B SepckiBing bofbybith Bl pOISR ot 5 pe oVl

st udy demgnstyridbtedvihat/ifhe Bi val ent | M Norovirus VLP vacci ne was generally
wel |l tolerated. The iramunogenicity data suggested that a single vaccine
dose may be sufficient to protect seropositive human adults. The results
from t he carhehydi-ate R0k it:@s Ho\dohhoaRth HERHRAGL Wt At haD: 4 phbbistd on
assays provided further evidence that a single vacci ne dose i nduced serum
ant i bodiexzrauntih Nootvems VaRei - Norovi rus activity. The nmagnitude and rapidity
of the observed i mune responses follow ng a single parenteral dose in
humans were dramati c when conpared to earlier inmune responses reported by
mul ti plig. nagat miRdwdckeinned addrdih sdid atdognsmpdl NouwekhohVgheconbRedaspges ( El
Kamary etal . (2010) .1-Inf ecﬁ Dis, Vol. 202(11): 1649-1658). These

r esponSEETREPE A EE &8 BEPTHYS RV FRAEBY by oral Iy adni nistered

Nor ovi rus VLPs Jacket etal. (2003) din Imunol 108:241-247; Ball et
a-L(1999, Gastroenterology 117:40-48) as well as those induced by

- Nor oviPus Vhpsweprddieedn by whoans the. apivesippamdgcs phlekd e serafd inpzesoy J

o ect I SiHR2,a0% S Ll BPATLCU Bl LR hE BATRGHL AL aECT ne
formul ati on pr% uced anamesti c responses W thin seven s of inmmunization
and maximalistsepunt Gotébpoyticnesponses were observed after a single dose,
including a significant |1gA response and functional carbohydrate bl ocking
activity and hemagglutination inhibition activity. Thus, this Norovirus

bi val ent. vaget ARtHoAdEeREN 34 SHHAAE sai P INOEBGHk W& Pl AFLASHFESRONSE: &N humans

that was superior to imune responses induced by any currently avail able
Nor ovi PHEtNzEE VAES. Exanpl e 2. Dose Escal ation, Safety and |Imrunogenicity
Study of Intranmuscul ar Norovirus Bival ent Virus-Like-Particle (VLP) Vaccine
in Humans (LVO03-104 Study) [00971 The foll ow ng exanpl e provides the

remai ni2dg plfannetogef tizom 1 afwhenen edid npopdsiistudyhadesopiibederopréxeanpl e 1,

wherein, a randgnj zed, nulti-site, .dosesescal ation study is conducted in
naul ¢ s P tARTL G b The PRSP A D B SR RS S nge

| evel s gohogatup Ntiagwseul ar (1M Norovirus Bival ent VLP Vacci ne adj uvant ed
w t h nmonophosphoryl lipid A WO 2013/ 009849PCT/ US2012/ 046222 (MPL) and

al um num hydr oxi de (A10H), conpared to placebo, Subjects will receive two
doses af theyyvagai, - 10, [ S CULAL L i njsectizan,. 28 days
apart Géi ng%y%”g{q?%gEm(ugg%ﬁ%ﬁgg%%g%{%?&%%g}%xﬁk%k&iA?IF&F\E?}&% eltgi’gtIu & O% urt her
i |1 ust paterétpd Yeronicis¥ies. of t he present invention. [00981 Cohort A has
conpl eted enrollnment in the study and was descri bed above in Exanple 1.
Cohort B contains -20 subjects 50-64 years of age. Cohort C contains --30
subj ecbs 65785 n¥8RNS T OhiRIL. wIRRRE Qi BRL SV P& otiibk&GlSmatenanqld &d in the
study as a whole, 100991 In Cohort B, -20 subjects 50-64 years of age are
enr ol | gdocamairiandoriped-s: 1 to recei ve vacci ne (N=10) or placebo (N=10).
After the 7-day post Dose 2 safety data (Study Day 35) are avail able for
review fromsubjects in Cohort B, subjects in Cohort C are eligible to
recei vest heithe bRttt alf cds e?, Jier&oRad toiGpositad Guldpest:® HBeectitn8s yedrs of age
are enrolled and random zed 1:1:1 to receive vaccine adjuvanted with MPL
and Al GFRRENPLGYOrOWFusEeitt ne adj -uvanted with A-10 al one, i.e.no MPL
(N=10), or placebo (N=10). The antigen concentrations of the norovirus
-VLPs and of the AIOI4 in the two vaccine fornulations to be evaluated in
Cohort 2€ ar éht defivileaklzinoAL ywidwen prié senpgeiton @byencewohoiR liSqugdiif f er ent .
[ 00100j The Ng{‘.?Vj rus I%iu}y‘al ent VLP Vacci ne contains genogroup 1, genotype 1
(G 1) SRPEIRoGIIUR™ L genot ype 1V (0114) VLPs as the antigens, and
Monophosphoryl Lipid A (MPL) and al ugg'3 num hydroxi de (Al OH) as adjuvants,
sodium Chl oride (.Nael) and L-histidine (L-H's) as buffer (pH 6.3-6.7),

et hanol and water for injection. The 611.4 VLIPs conprised a capsid
sequence of SEQ ID NO 1, which was derived fromthree 611.4 strains.
100101] The single dosage of vaccine selected for further evaluation in
Cohorts B and Cis the | owest dosage in Cohort A that results in the nost
robust and reproduci bl e i mmune response that is also generally well
tolerated, The Day 56 safety and i nmunogenieity data from subjects in
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than 5@% .3 eobnsailg eBegr@uR taNr OVirus VLPs. 4. The nethod of claiml1,
wherein the conposition conprises no nore than 251.tg of said genogroup 1

Norovirus VLPs. 5. The nethod of claim1, wherein the conposition

conpri ses thQH{oﬁxoﬁ\%ﬁQm]&} [ 46910 $& 9:‘ g&%‘ﬂgﬁ@%&&lé\&& 'soslltigillj?s Ml fiyeeg 6. The
met hod "of claim t he conposi'tion 1 nduces east & Six.fold

i ncr easeaiinuibor ovi r us- speC|f|c serum anti body titer as conpared to the
titer in the human prior to admnistration of the conposition. 7. The

met hod of claim11, wherein said hbrog;rus V _Ps are nonoval ent VL, Ps or

mul tivalent VL,Ps. 8. The nmethod of“claim1, wherein said conposition
further conprises genogroup -Norovirus VLPs, said Ir..?;enogroup |

Norovi ms VLPs conprising a capsid protein derived fron1a genolr..?;roup 11
viral strain. WO 2013/ 009849PCT/ US2012/ 046222 9. The net hod of cl aim 8,
wherein said conposition conprises no nore than 150 pg of genogroup |
Norovirus VLPs. 10. The nethod of claim8, wherein said conposition
conprlses no nore than 50 pg of _genogroup U NorOV|rus VLPs, 11 The met hod

I oy o o 1 o o o - ‘.l__,_ ~r



mul tival ent VLPs. 22. The nethod of claim 14, wherein said conposition
further conprises genogroup Norovirus VIPs, said genogroup | Norovirus -VLPs
conpri si Nyoaosapss4d protein derived froma genogroupl viecalussezauer22 23.
The net hod of claim 22, wherein said conposition conprises no nore than 150
ng of genogroup 1 -Norovirus VLPs. 24. The nethod of claim 22, wherein
sai d conposition conprises no nore than 50 ptg of genogroup 1 Norovitus

VI Ps. The net hod of claim 22, wherein said conposition conprises no
nore than 25 ptg of genogroup I Noro virus VIPs. 26, The nethod of claim 22,
wherein said conposition conprises no nore than 15 |lig of genogroup

Nor ovi Bids VilPs mcWDd 2013/ 909840PCT] WSKD vk 046t 20cr27¢ inTRerometshipdciBE ¢l ai m
14, Vm%ﬁt%o%v ge!rqs SENQAROHE, Ll N z;rl‘,ios\élf %&ﬁ%m\é'trgﬁor? gfetlh%/ !~;‘il 2 @&, ti‘%[ ed from
expressi on of a conseénsus seguence of genogroup rovirus.  28. The

met hod cempasiyorone of clainms | to 27, wherein the conposition further
conprises at |east one adjuvant, 29, The nethod of claim28, wherein said
at |east one adjuvant is atoll-like recepto agonist. 30, The method of
any ongzof ghaiiolt off Bnyldne MMRBEEE D (S & ICRIPASE ticeRe LbhbHSHCORREL sSes two
adj uciants. 31. The nethod of claim30, Werein said two adjuvants are
nmonoph@sperdiey fropi gied Acan ey entoms Abdeivydpoxifason. 32. The nmethod of any one
of claims | to 31, wherein said conposition further conprises buffer. 33.
The nethod of claim 32, wherein said buffer is selected fromthe group
consisting of IL,- histidine, imdazole, succinic acid, tris, and citric
acid. 34. The nethod of any one of clains Ito 33, wherein the vaccine
conposition is adm nistered to the human by an intravenous, subcutaneous,
intradermal, or intramuscular route of adm nistration. 35. The nethod of
claim 34, wherein the vaccine conposition is adm nistered to the human by
an intranuscul ar route of admnistration. 36. The nethod of any one of
claims 1 to 35, wherein the vaccine conposition is fornulated as a |iquid.
WD 2013/ 009849PCT/ US2012/ 046222 37. The met hod of any one of clains | to
35, wherein the increase in -Norovirus-specific antibody titer is induced
wi thin seven days of adm nistration of the single dose of the conposition.
38. The nethod of any one of clains | to 35, wherein said vaccine
conposition confers protection fromone or nore synptons of Norovirus

i nfection,
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