
1111111111111111 IIIIII IIIII 111111111111111 11111 111111111111111 1111111111111111 IIII 11111111 
US 20140046039Al 

c19) United States 
c12) Patent Application Publication 

Ahmed et al. 
c10) Pub. No.: US 2014/0046039 Al 
(43) Pub. Date: Feb. 13, 2014 

(54) ANTIBODIES DIRECTED AGAINST 
INFLUENZA 

(75) Inventors: Rafi Ahmed, Atlanta, GA (US); Jens 
Wrammert, Decatur, GA (US); Patrick 
C. Wilson, Chicago, IL (US) 

(73) Assignees: THE UNIVERSITY OF CHICAGO, 
Chicago, IL (US); EMORY 
UNIVERSITY, Atlanta, GA (US) 

(21) Appl. No.: 13/978,607 

(22) PCT Filed: Jan. 10, 2012 

(86) PCT No.: PCT /US12/20824 

§ 371 (c)(l), 
(2), ( 4) Date: Jul. 8, 2013 

Related U.S. Application Data 

(60) Provisional application No. 61/431,406, filed on Jan. 
10, 2011. 

Publication Classification 

(51) Int. Cl. 
C07K 16110 (2006.01) 

(52) U.S. Cl. 
CPC .................................. C07K 1611018 (2013.01) 
USPC ....................................................... 530/389.4 

(57) ABSTRACT 

Antibodies or antibody fragments, wherein the antibody or 
the fragment binds HA domain ofinfluenza virus ( e.g. HlNl, 
H5Nl, or both). Also described are cloned human antibodies 
that bind influenza 



Patent Application Publication Feb. 13, 2014 Sheet 1 of 53 

A P;,a,,fom,c H1~-,1 

C 

E 

FIGURE 1 

{whl~!~t::: 1/~:~U:S} T::.)!.~d ~fl()· 

::,p~·:.:•-:< R~ r-c;-~ 
.,,.~lN;~t~;-. (:~:-:-;-0 ·:i~~;•:.;'.~l:::i~ 

l~-,~l~\.\:~/:;:i~~i::t~:~:~;,~ 
i" 

[ E -~-:?: ;.,.'<•;-_,.:,; :j:'.!d r.:-:.i::i'i\ m-~-~:-:s _J 

US 2014/0046039 Al 

.. ,. .....•. : .. 
+ .. 

• t>~:-:::·~x.~:~·:K: H:i N~ ~~·::~~,~ \1i:-~&-~ 
fS3 ,:-:.~ i:~o;:;rn -~~:S:fK~~~---;-;k; ~-! '.N); 
0 ~\::-:·:;,...,;li ·~;:;;:dn-~: 



Patent Application Publication Feb. 13, 2014 Sheet 2 of 53 

=--= = 

= 1t! 

= 

= = 

C 

;;:, 
;~ 

~~ ~: g 2tS-:j 
"6 

""'~~" 

~-~d 
~~ 

" .-;~· 

• 
-~ = ~'m 

~' = .. ~'mi 
,t [. '•mm!••~~~••• 

~. 
~"%iii -~ 
~--
~· = = 

•u•••tu.-u~u•••• •----y-••••·t-"'-' •••--•.:_.,_..us,, 

~2 ~;fl,n~;~~"~~ 
!'\,•1~f!~n~~=::~': ~•:.':·:.:.!~~v-:: '.°:1Y~i::~~~•tr.::~•':::,:.~~'t i'J\;:_,;r)l.l 

Ill ··,.w .f.:: :.:: ~~<J.:.-•;i-1. ½~-.,~ •.;.<_· 
~ ~";:·t_,~)ld•:~~--'J~ .. -3 /,i:~J:·: p;J.i\c'k:~m;t; ti·;N·; .-.ith ~'-:~:&i i:srft~f~ftl :::rnm~· 

~·ut~ <_, ~~.::~rx~:.:J ·/·~:r\.:c., ::{~;:~: .. ,: 
ffl S•(,<c:::-;-r,;,~:-1~:~~..,_,:;;, i}:<i:<G~ :-~, ~h:,,., ;~nni:-:.::i ::::;t.-~,i•~ •,v;t~i f1;:;(:":~ ::;~~i:•:S:iv ~::,1~~ :s.: 

t~:❖:i.:':-:-., ... ~:~~,,-, 

FIGURE 2 

l 
I,,_\_ 

D 

US 2014/0046039 Al 

" ••• _. 
" 

.. 



Patent Application Publication Feb. 13, 2014 Sheet 3 of 53 

~ (;(:;)-.:~.J:v;.'-: 
·::;{:(:._',:'r?,;,_;-/) 

~~ . .:.~: · I ·: ni i.-~g;:~ 
01.,,.,: ;,1c:;H(.(>B 

•fv''),';(.•··> ,, ........ , .. .,. .. , ... , .... . 

C !~ ~/,,4i}'~4 

l,,•t..t,:0,;i.,!fJ~: ..... 
A/Hri::,i:,.:s~:i;J7-f 
{,/":;,_..; 1 ·::.r~hi(: t 

X'I . ·::·,'·_.· .. :,»1 
'" l 

PR'i:{.. .......... ,., .. ,. 
.,; ... ~. ~ :- ": . ',)tt::i.i~ 

fi&~ ·-~·GG4 
AJ(:/,.i::..,.•-:.,us.;.--­

.t•,,·B-M~:..,~:;.:~J; { 

.~ .. ~;;~\:·) ... )~· .. ~!;~ l 
,.,ti·! 

l-;,R/8 l-.••r• ........ , ., ... .,, .... .,, .... .. 
. .,~ ..... , ~ ::,. ..... ,._. \:'t:t' 

FIGURE 3 

', •. } . .;; ,··r <• > • ---,-- ··----, . 
1'-·,::--t: .. •i,. •'•,,;:\_·f.:(";, .::-' ;:,:) ..:. .... ><;;;~; .:.::J· ... f 

~ 
i ..... , ..... , .. ., ..... , .. , .... . ;"-.:-• ~ ~ "- ~.~tr 

-t.••:r,• ;c, ••••••,••, 
~>~ ~ ~ ,,._ ',:i"~:t-:.i' 

US 2014/0046039 Al 



Patent Application Publication 

B 

FIGURE 4 

Feb. 13, 2014 Sheet 4 of 53 

Percenta9e 
i:-~~-:i~bitl ►~:i:n ,~:..f 

Muil'lted HA stem-mgion residues 

US 2014/0046039 Al 

Rs ll1· lFtl? 
~ 70-~Bn::; 
~ i O{JtJ--3004 
0 -~ DU9 -~~B:!}5 

~ HJ09-3EilG 
Rs F10 (po:,.i:tiv,~ «rnh'c,I) 



Patent Application Publication Feb. 13, 2014 Sheet 5 of 53 

Antiltol1y 
treatn"'"K}nt 

Ef./.-c•4 c.04 
~-ii\f/t~eut· 

70-·lFC2 
HAl/Neur 

-~1(h 

PTophyh.~cuc 
trn,8trnent 

1\\<l~~i\''''''''''' Mj,,, 
~:l . ~,,:~~\;14 

:::~:;t;;]J:!,i':iJ! 
9~}! 

~ :J ~ .. -20,1; 

24 h 

~~~i,11!,~~{~ 
-i ,-;\ 

\\'. . ;~j' ,~ 1, f) 

: -,.-,.-,.-,.-,.mu~••••~••m:u~u~••~•: 

k~)F~' 
-~ . S/5 
t .......... ,.~v.-.-.,-.-.-.-.j,-.-.-.-.-. 

r,:s?~ 
~ ·-..>;.• \. 

'H./10 ,.. 4/5 1 
•. [ 

?(} '-'-'-'-'-,U• ~•~'-'-'-'-'~ '-'-"-'-"'-'-'-'-'-'- t '-'-'-'-"'-'-' ' •'-'-_'-'-'-'-'-'-'-'• '1_ • '-'-'-'-'-'-'-'-'-'-'-"-'-' ' ' '-'-"-, 

US 2014/0046039 Al 

60 h 

1 

!"'"~'·:::::jf f-:::i: 
:,:''·! \{:, ' ..... 0/S 
'(- , .... ?.-.-.-.-..-.-.-.-.-.-,-.-.·0. -.. 

1 
t~;,:~~::.-:· .>t\~•'t 

1, '\~)~::.',~_'.;'.-;,•' 

~ ~ " :~'.: .. ~)~/~) 
~'-'-'-'-'-'-"-''-'-" ; ' .n· ~'-'-''-''-'-. '-'-'-'-'-~ 

~ 1 4 (~ ~ iU ·1.l * l ~ ~ ~ i:{: ·::i t1= 1 4 ti it 10 ~~ ~ 1 4 l~ t it1 ·1:J 

Days post lnf'oction 

FIGURE 5 



Patent Application Publication Feb. 13, 2014 Sheet 6 of 53 

Antibody 
treatment 

None 

FIGURE 6 

m.1 

Che!!enge virus 

Pancien,ic 
H1Ni 

·me ·\~~~t'Jl 
i,e 

FM/1 
H1N1 

Days post inl'eK:tion 

US 2014/0046039 Al 

-~}'::.:iri ~-/-:,...._:.ii::-.x~ 
............ f>::::tHt~:~'i=~~ H 1 ~.;:: 

·1~.i'""it""'"""'" 
ml ~1 
!ffl:•i ~ 

~!, ;L~ ____ , __ Jli __ , ____ , 
75 
:> 

r.~ 1=r---···---rfi:~:~::::~ 
~ "~ ...... ~~~~~ ...... ~-

-S.◊ j 

:◊l 
t):,i, ........ ~..._ ............ .,. ...................................................................... 'l: 



Patent Application Publication Feb. 13, 2014 Sheet 7 of 53 US 2014/0046039 Al 

A Na'fve absorbance at 10 uglml 
was used to determine the ELISA+ cutoff 

4 

B 50 anti!)odi•es induced by anrma! vaccination prior 
to the pandernlc have less frequent cross~riiHlcthtity to novel H1N1 

Bim:Hng anm.ud (includng) strains 
(A/New CaUWi99 or AiSol, !sJJf0:6) 

4. 

0 
() 

()· 
() 

'1,· 
·10 

t>.· 
() 

lo' 
~ 

"o' 

Bind~ng nove~ 11'1N1 (22% or 11150) 
{AJCA/04100) 

Molarity(x1D~) 

FIGURE 7 



Patent Application Publication Feb. 13, 2014 Sheet 8 of 53 US 2014/0046039 Al 

A ?~tj~t ~:~ ·~(}0,0.- ·~11~g., ·lOO''&- 10- t,Q:. H}:O~- ·H.~t~9- 3:.M~-- 1(H::g .. HHW- -~G-:1{:--
::~jAh-: :'$[iU~~ :SE:C-$· JB·0-3 ~ FH2 58~):3 JB~~~ J~~~fl CtM J.f:t,\.1 3f~ 1 lG{~ 

#1'.}C~\.··~;{~~J- {n-::.\""<3! H1N~}~ 
::~~,:;:~n1i~i•:•1~1~~~ f~A 

,~r~rJ::s:-t!m·~~J~.;~._::t?' {HtN !:~~ 
~~>t"::-t~-l:W~5~:ti#,~lt BA 

-~~..:s~~ .... ~~~3 M~~::;:~~;ml1/~gi~ {H~N~J-~ 
R~:~0:.1:n~b}n~ri:t Ht.-.. 

,J&./!n!tic11:es{a::·~:·ms •tH~N4)~ 
t~.~-.::~mb5~1.>S:r,~ a~.\ 

A_,,·~~,;~· C~l~<lon:~a:?:H1\}-g: {MiN·J·~~ 
Wf-l,3S 

_A/.S<>~t-f~"'it-:~~ ~"S~-3ntis:~s!~.m ~~~-~Ni):': 
Vs~us. 

AiiM'>tmm}·JG'.:W· (H~N;'): 
R&cvt!:~!:JS:r~~nt HA 

( •----• t~uuu, ~ 

~---······L _______ ._L 

S A">!ldityesltm.st~!> for- foe m)l.>-ei--H1 ritl neutrn!i~iBg mA.bs 

FIGURE 8 

ANTmnnY lrn (1/}\%0) l<d(J/~l KflfM:J 
f<:M-

;]f(I(', 

.'ll":l-!­
JB:O:; 
:~l{~h~ 

J.6-f,~S 
:\4]~~ 

7.:~H-:"·9 
{4 . .t4t'··;:~) 

~ ·i (~~:-?) 
r~~,~~~:-~~) 

t•,-""' f ...... . 
:. . .,,. ......... ...,..._. __ { .......... l .......... . 



Patent Application Publication 

FIGURE 9 

N◊Vil< H 1 N 1 ,ir:fl,i9f1l;,;, 

:ri:ctucmi plct$im.ab!asts 

Feb. 13, 2014 Sheet 9 of 53 US 2014/0046039 Al 



Patent Application Publication Feb. 13, 2014 Sheet 10 of 53 US 2014/0046039 Al 

Viral titers, mice treated at 48 hours after infection 
euntroated 

1 QB • @Treated 

, ' 

1 07 ..... 005 . ·i ······················i ··- ······111 ······ 1..... . .. 
Uninfected Day4 p.L Day 6 pJ, Day 12 p.L 

FIGURE 10 



"f'j .... 
§ 
~ .... .... 
I .... 

tGHv1---09·•{n I ~G:1-.11~te2 

IGKV1 • .::;.::;--M. I lf,K.WO'I 
er !GK.Vl D-
33xu1 

iGHVl ..-.~;SE'"f.JO I K.=u-~J::r-o~ 

IGKVl,t:'t'i3 llGKJ1'01 

fG~·!lJ"':~1"'01 

~G!{02-S'01 

(}V{)L\t()SG rEVK.KPESSVKVSCE 
ASGGPf·(i5YAV$VVV~QAPGORL 
EWIC3GHPH'G'l'PYYAClKJOGRllff 
AOES"f SrA.,i Ml.:LS$LR$DD u~},iY'f 

CGR~,_RR·QVTlDNS~= SVPMDVV!/G 
(¾.ff T\/P✓ :3.S-

QVQU/0$GAElKKPG$$VK)i$CK 
TSGG,SNNYPl:~.',VRC:APGCJGLE 
',VMGGSlPWNTPKYGKKFOGRVTl 
T$[ffS r-STA'f~v1ELSSLRS80-L4JYY 
CAJ3.i=-.G-G!VNYFLLf=DfYV(3CJ;G·i·rvt✓ 
r,;;s:; 

S Nf..P,.~/Y ):JQEPGQft.. 
PRLUYGASTRATGIP 
AR:t$GSGSGT£F1.l 
TfSSLOSEOFA'•iY'{C 
QQYNl·,'.WPTFGQGI 
KVt~K 

DICJf,.,1r(J:SP~.SSlS-AS 
\/GDRVl"F'f C(I,.4.,,StiD 
~SNSLt{\FJ''tQ(Jf--:.PG~~. 
APMUYDASNLETG 
\:'"PSHF S.(.;;sGSGTOF 
·rrT!"fSLQPEOIP.PfY 
COH~'lJN'•JPP'fr GG 
GTK.\/E}i·( 

DfO~-Kf(J.SPS .. r u;Asi.; 
GDR'Vr~ACAAS0$!:3 
DVVU/~"'/V 0:Qf.J.J.f.3Y...P. 
PktL.lMl<ASS.LfSGV 
PS RFSGC.=rGSGTEJtT 
LnSSLQ.t,,DOSA"fYV 
CQHYt•HY:3Gl.f'(;Cl 
(rH(\/f:JK. 

""O 
~ ..... 
('D 

= ..... 
t 
"e -... . (') 

~ ..... .... 
0 = 
""O = O" -.... (') 

~ ..... .... 
0 = 
"f'j 
('D 

?' .... 
~ 
~ 

N 
0 .... 
.i;... 

rJ'1 
=­('D 
('D ..... .... .... 
0 .... 
Ul 
~ 

c 
rJ'1 
N 
0 .... 
.i;... 

---0 
0 
.i;... 
O'I 
0 
~ 
1,0 

> .... 



"f'j .... 
§ 
~ .... .... 
I 

N 

~1KVi-5:-·,o.3 IGKJ1'i)1 

~HV4--:JO~ I iGJ·Utt{)2 
4'D1 

;GKV1-jff{31, l!GY.vJ1'.':J1 
or !GKV1D-
3<:>'D1 

~3-M V-1 ~6S"D1 I! GHJ4" .. U2' 

Ct+H OJ-:J·l~ 1 

VVMf:3:(~!~P\/fETPVt{~O~{f()GRVH 
r~._DK.'.:~TNr..:.:fM:OUSLK.'.:~t:DlJ,J-(,,iY 
YCP.;rSAGGt,/N'iYLS~N~V,./GQ{JT 
Mvrvss 

iJ:VQL().E$GPGLVKP$(HLSLrCIV 
SG.A~S ;3(_; OSY'~VSt-rYt ROP PGK(.?L 
EVVH3''/~:3NSG,~Jf0~(NPSLY..SR:\!S! 
SVDTSKS().~:$LKL$SVDAP.E}~p.-;vy 
'f CAF.D$RLL :: . .'VVF-f VDSVY D YYAtv1 
DVVVG{J.G'fP✓'!VSS 

/GMD4~77"'01 IQVGL\iiJ:.f30AEVKJ{P{;ss~lKVSl;.:K 
A&..:iGSV Sf'r'A~t"('\.,..i'\JKOAPCi<lGL[ 
\_.-.;:~\,1G:(;i !~ P\,~J(iRA.OYfo/.lKFR GRVn 
r;:.,IJEJ=·rs·:A"{t.,,1ELS.3LRSEDllX.~/Y 

YCARDR$DWYD i(3Y\'V(j[)G rLVT 
VS:3 

O(J~..r:·QSPSILSASV 
GDFrJ·rrrc~~A-.sorn 
TV:JLftiY~Y(JOKPG().A. 
PKLUl·lKTSTUcTGV 
PSf..."FSG,SGS(ff·Qf·r 
LnT~<LOPlJOSA!YY 
C(:OYSr'r'St3TF&:'.J 
GTKVE::IK 

D~MTJ:JSPSSL:3.?$ 
VGDRVr~·r CHAG(lN 
VRDYLNWYOQf,FG 
KAPKLUYT.A.$SLOS 
GV:?SHFS.G$G~?~TD 
rTln'JSLQPEOFAl'Y 
YCOOTYSPP R.Tf'GO 
GTKVEIK 

""O 
~ ..... 
('D 

= ..... 
t 
"e -.... (') 

~ ..... .... 
0 = 
""O = O" -.... (') 

~ ..... .... 
0 = 
"f'j 
('D 

?' .... 
~ 
~ 

N 
0 .... 
.i;... 

rJJ 
=­('D 
('D ..... .... 
N 
0 .... 
Ul 
~ 

c 
rJJ 
N 
0 .... 
.i;... 

---0 
0 
.i;... 
O'I 
0 
~ 
1,0 

> .... 



~ 
0 

~ --I ~ 

IOK\iJ-::,0'01 lrGKJ1"D1 

IOHV1.,f:9'03 lfGHJ3•01 

IGl-tV2 •28'G1 . I K, KJ 1 ·01 
,x tGKVZt"" 
2a·i:·n1 

1Gf-N1•B9•01 ltGHJ4'02 

ASGGtF RSNA!SV,;VROAPGQGLE 
WMGEHAVFGTAt,lYAO.KFOGR1ln 
TADESTSTAYMELSSLRS.,EDTAVY 
'{CARGPYYYGNS.HLDHNGQGTM 
\fT\lSS 

QVQLV0$GTEVK~.PG$$Vf·USCE 
ASGATFSf;LGft>!'NFf-c{LGPGt)Gl.E 
W!\1GAP!PLSGTPTYAQKFQGRLn 
I SGFMELSSUSEOIAMYFCARKD 
AGSAYKSF'D'"'~NGOGT 

tGHD5--12•D1 IOVOLVQS..GPl!2VKKPGSSVKVSCK 
ASGGTFGSYGIN'>NVROAPGQGLE 
'iNMGGITPIOGIPN YAOKFOGSV1Tr 
ADESTRT,AVMELSSL'TSEDTAMYY 
CA.RDGGWLRlLDSV•iGOGTlVTV 
ss 

El'VlrQSPtHLSLSP 
DERA1LSCRAS0$V 
$$NYLNNY'Q-QKF'G 
QP.f' RLlr':iGASN FiAT 
GJPDRFSGSGSGTD • 
FTLAtSRLEPEDFAVY 
YCQC!YGTSPRTFGQ. 
GTKVE!I'{ 

DtVMTOSPLSLP.i\.JP 
GESASISCH.StX11LL 
MGNGNNYlJYNYVQ 
KPGQSH)LLf'(UJSF?. 
R!\SGVPORFS(;SGS 
GTDFALKISRVEAED 
VGV'r"YCMOSLO TPP 
TFGO·GTKVD!s'.. 

""O 
~ ..... 
('D 

= ..... 
t 
"e -.... (') 

~ ..... .... 
0 = 
""O = O" -.... (') 

~ ..... .... 
0 = 
"f'j 
('D 

?' .... 
(,H 
~ 

N 
0 .... 
.i;... 

rJ'1 
=­('D 
('D ..... .... 
(,H 

0 .... 
Ul 
(,H 

c 
rJ'1 
N 
0 .... 
.i;... 

---0 
0 
.i;... 
O'I 
0 
(,H 
1,0 

> .... 



1 

07 
IGHV1 ... {39•01 ltGHJ4'D2 IGHD 1 ·•2W01 IOVOLVQSGAEVKKPGSS'VKVSC!'~ 

/i..SGCHTRNFAVS'NVr~OAPGCK,P 
EVJMGGll/:1.IFGT!"KYNJKfQGRVT! 
SADESTRIVQMELSSLRSODTAfY 
YCJ.s,SSSGSYY(:,DYFOYWGQGH-. 

APHLLFYGVSTHATG 
iPDRfSGSGSGTDf 
TL TISRlEPEDfAVYY 
CQYYVSSPRRFTFG 
F'G.rKVDIK 

M ~SS 
~ • prcs,lui;;tivi) IGKVJ-15'01 IGKJ1'D1 Et'VMTQSPAfLSVSP 
C"l ~ "'f . .., ~-,.1· , •. ✓.,,A''.,.,.,. 
~ t:.-tt:.· .. ,r1 ~ :-:•,._,-1,_.ii:·•, ... :yl,_J,_, ✓ 
'-' SSNLA'NYOQ.ff:><30 
;:., "'"'LLI"''·, "'~.,,,,,.,..('I ~ : NT• n, 1 :rv\.:;, ,;,...~ r.,.-~ ~ .;i: --I .... 

f19 

70 

71 

fGHIV~2.31-:01 tG-HJs·~n2 

IOK\?-2WG1, IKlf"~J:J'{l'I 
Df IGKV20-
2f.l'01 

IGHD2-15*01 EVOUESGGG LVOPGGGLF! lGCA 
AS{JFTFSSYAMSWVROAPGKGLE 
\/WSAI.SGSGG STYYAUSVKGRFT 
V~;RDNSKSTLYLOM~·!SLRPEDTAI 
YYCARS,CGGSCYYRLOP'NGQG 
'fLV!VSS 

PARFSGSG8Gl'ff! 
LstSSLOPE.DF'fNYY 
CQJ;)YNNV'JPP:l'FG() 
GTK\/EIK 

()IV1',HQf;PL$LPVTP 
GEF-Y\StSCRSSQSLL 
HlNGYSYVthVtLOK 
PCQ SP(),l_ 1. IYL\IS Nfs 
A$(1VPDF{F$(iS(i-$(J 
TDFTLKISRVE.4ED\/ 
GVNCMOPLOTPFT 
FGPGT¾\IDIK 

""O 
~ ..... 
('D 

= ..... 
t 
"e -.... (') 

~ ..... .... 
0 = 
""O = O" -.... (') 

~ ..... .... 
0 = 
"f'j 
('D 

?' .... 
(,H 
~ 

N 
0 .... 
.i;.., 

rJJ 
=­('D 
('D ..... .... 
.i;.., 

0 .... 
Ul 
(,H 

c 
rJJ 
N 
0 .... 
.i;.., 

---0 
0 
.i;.., 
O'I 
0 
(,H 
1,0 

> .... 



"zj 
~ • ~-~ 1~;;;;~; 

~ 

~ .... .... 
I 

(JI 

~SNll'NWOOEPGOAPF{LUYGAS IVSPGtFl:ft:rLSC 
TRA·1r"·1• RF"··r· ,·r<:;c•p::.::p Ttc·-,··1 ('> RX-~ , " •~ .. ,~f""'..(.-\ ,:j,-_J-•~a-.J-~-,"·"">•-C.:-.. f" ,-t.-~ .,:-:>,-:;.-.· :.f, '.•""h,; 

$EOF'f::,v•(YCQQYN~•JV'i 

<:·:o ~·d_?::G~~\.~.KP_.Es~,··:Kvsc7r,? I '?\('?~~~si:;·:c! IG·GF'F G s)·A 
GGPf·C:h f'N,,t,WvROAPGOHlE\,\fft" K~.f-'£3t,vK\,SC 
GIIPtFGTP'l''l"AQKFOGRffl'fAflf:8f8 EAS 
TMMri:LSSLF§ODTAVY'{CCH 

l. _ _.,.1c··, .. ••1··· s:p··: '':s.·t· ,, •.· "'.·.;,.,,··_l·-, □;,.,1.·r·-.,.·.·;.-r, ••. 1 1 l·-.·,.r.·_r·•,.;·u-. ,,·p· "' .. "'." .. 1c·• •. r .. ,e,;N"' _.t ,..·1·..:·1. C).,.,... ,-,-•. , _,._.,.f.-\._;;i . ., .._, .. 1:-..~, , ,.J.1,,--\ .1~ .) .. :1 ~ ,J-~ .. , .,.,:,,.JJ-_, J: _.tc-,., ,,.;;, 

$0DfSNSt.NVI/Y().{,i.~:;p(.]KAPNIUYDA SJ.\SVGDRVl'Fl" 
$NL[lGVP$F>.fSGSGf:lGl'Df'ff'ft1'$ CO.AS 
l.QPEDIAfYYCOHVnNVP 

OVOLVOS<:'.JAU.i<J<.J=•GSSVKVtiCK'fS l(N()l.VOS(V\.t:LIGG,'.3NNYP 
GGTSNNYP!SWVRCIJWGOGLE'NMG KKPG.SSVKVSC 
GSll·'ff-'NTl·'KYGKKF·QGf-<:VltT$0T$T KI$ 
STAYMELSSi..RSDDl:AtYYCA 

OIQMTOSPSTLS:aASVGDRVTIA(;F~fa.!3 I DIOMTCJSPt:a'Tl ICrfialf:aD'N 
0131SOWLAV>NOQKPGKAP~;LLIHKAS I $ASVGD{~VTI.A 
,:;,l""' ro;.;n,;:r..>c ,,.,,,r···c•<··c•-.. ,:,:;YLTJ>"•(>t C''" ,, ,., ~• 1',.,.V~ !r vf"-'.Y V'..3-..:J·,..},::),.:,: ~J: : ~ ,:,),..JL,., f"•,t;i.,;,) 

QAODSA'fr'YCOHYNTY 

VSVVVF'!.Qfl.PGQ IHAFGTP 
RlEWtGG 

L.NVvYOOKPGK IOAS 
/.\PNIUY 

f:3W\>'R(;JAPGQ lfW'IFNTf'' 
GLE'NMGG 

LMJ'NQOKPt.,.K li,,;AS 
Af-'KLUH 

SSt.l)SED FA\/Y 
YC 

rYAOKF<J-c.mrn I GHARF>.OVTLD 
.,.A. o,<:<···;·"•;·~yu ,,,.•·r-<:•vp"['"' ~ C.~ ~ ,;:,~r, tVJ r•,tM -....!' 1 t"l-;t ~v 

ELSSLP.SDDV\ 
VYYC 

NL.£='.lGVPSPH=& l(JHYl)NWPf 
l.,~.)l;:1:.)t.,·; [)F_, ~ F-- ~ 

ffSL◊PIU'.lfl.ff'{ 

YC 

l'V('KV"'(.J" r•o:n I I 'T'~•'(''f"·J\"·''·''" .. ..- ,~ ,.n.r. __ .... _,·p.Y.. ,--"~ ,_,.-;: .::rJ.-; ::,-1""' r-r 
"f~ TSD1SI-STAY LLFD~ 
IVIELS$LFWDDI 
MVYC 

!3LESGVP$RFS I QMYNTYS(lT 
(l◊GSGH'.ifiLl 
ISSU)ADDSAT 
'{Y(: 

""O 
~ ..... 
('D 

= ..... 
t 
"e -.... (') 

~ ..... .... 
0 = 
""O = O" -.... (') 

~ ..... .... 
0 = 
"f'j 
('D 

?' .... 
(,H 
~ 

N 
0 .... 
.i;.,. 

rJJ 
=­('D 
('D ..... .... 
Ul 
0 .... 
Ul 
(,H 

c 
rJJ 
N 
0 .... 
.i;.,. 

---0 
0 
.i;.,. 
O'I 
0 
(,H 
1,0 

> .... 



52 

"'l'j .... 
~ 53 d-~· .... .... 

I 
0\ 

54 

55 

5,fi 

A H J K L 

:;i///{}:\;:: ......................... . 
t~:;WVROAP(,C! tlP\,'fElP 

GMl'SN$-LA1$WVROJ'>P(-lOGlCNMG GU:;V'./M(i,G 
(; HP\/FCTPKYA().KFQGRVflTADKS f 
NTAYl\1DU1.3lK$E(JTAMYYCA 

DI , .. , no· '-·fX'Y L'". '"'· ,,_. ,.,,,_,,_ ,·,·1·•·1"··<'<,.'1 I "lf)M·,·.c·,<m<···•·L ~.).r,;-1 i .r-.,..., .,;;, ~ ,..J;,-,,...._~ ,;I..,;~ w,r,. v ~ i vn.~ t..-1' ·, ~ Wv•J" ,:;, ~ 

crrrrrWLA'#YQQKPGQAPKLLIHKT$ SftsSVGDH\,'TfT 
CRP..$ 

t)Trrn,v LAWYQQK~'GO 1v.:rn 
APKLUH 

M 

1'1ADK.$'1NFWMI U3FNI 
DUSU(S[Dll>.M 
YYC 

N 

:~r::~.~·~(?~(!J~J~~~·--~ l(JOYSTYSCT 
l~1Sb-:;.;fo ~ tJF ~ L ~ 
1TNLQPOO$A'f 
fVC 

-

-

OVOLOESGPGLVKPS(HV.3LTC,V$ (JVULOESGPG IGM.313$.GDSY 'i''/SV~/t R:() PPG-h ~$t--n.3("t$T OYNPSLKSR'/S IARDSP.LU.:'.:V</FT 
.·.· .. ·. Gf>£;1$$GCISYW$WIR0f"f'GKGL(WI 
.·,·, lGYl$N~,(.£;$TDYNP-".3LK.$RV$1$VDT$ 

LVKPSQTLSL.:1' 
crvs 

r,1or .. FO"'Pf•<•t ,·,N-,;c.,r-·R'''.'T'CR/IC I r,101,.f't.YZP."'' 0 '1 1ot,1' ·Rr'Y 
:·:ii;·:·;•i:";·:·:,:';·t·:';·:·J Or,J~{R

1l~;~~~;~.;.;;o~~p·G;,/~~;{~L~ v-r~ ~ ~ASv~DL~VL~;\- - V 'd 

ss:L.()S;(;f\lPSRr~sGSGSGT[)FTL.Tt.S(~ ·GR1\(:'1-
lJ)Pl:::PFATYYCOOT< $PP 

GU:,VVIGY 

L.NV/YQf)KPGK ITAS 
APf<LUY 

[$ :-SJS~SOf.!LI V~SPYDYY>',M 
KL;'>·~•./('.,Af-,.D ,A Pi 
VY~1'C 

SL.OSGVPSRFSIQOTYSPPRf 
GSGSGTOFTLT 
/SSl/)Pf.DFHJY 
YC 

Q\irJC•,JOSGAlVKKPGSSVK\iSCV.J>,S <JVQt.VQSGMi GG$f-'STYA tN',VVF{(J,AJ>GO IIF'VVGF</l. DYAOl<f-'HGHV!' AHDRSO!:::OYPI 
GGSFSPiAINVVVRQAPGCGLE'NMO VKI\PGSSVKVS GLEWM<.30 rrADEFf8fAYf,1 GY 
(; llf"VVCHAOYAC!Kf' RBR\/HTAOG f'T (;YA$ EL $$LF{$t:0TA 
SltNMft_ssu:=:~ste:DlMYYCJ\R VYYC 

""O 
~ ..... 
('D 

= ..... 
t 
"e -.... (') 

~ ..... .... 
0 = 
""O = O" -.... (') 

~ ..... .... 
0 = 
"f'j 
('D 

?' .... 
(,H 
~ 

N 
0 .... 
.i;... 

rJJ 
=­('D 
('D ..... .... 
O'I 
0 .... 
Ul 
(,H 

c 
rJJ 
N 
0 .... 
.i;... 

---0 
0 
.i;... 
O'I 
0 
(,H 
1,0 

> .... 



A 

62 

"l:'j .... 
~ 

H ,J K 

OV(J .. uio .. c::.,<:.,;A t".'.Vi<: is:.·. P.'GSSV·K·"'\'. ·scRA,.s I ovr .. .:iLv<..lf_;,.·e,.;,[c I GGll"R S; NA I 1S\NVR0;,.PGC! 
G(.,IFR;$~1AtS'NVRi:)f;,P(,()G!.C✓llMfJ VK.KPCJ$f3VKVS Gt..l::WMGI:::: 
UiN.ifGfANVAQ1,;FQGRVrn1,DESl GRAS 
t;TAYMEL.$$LR$EOTAVYYCA 

l 

tl,NH',lA 

EJVtTOSP<.3TLSLSPGEfU\TLSCRAS I ElVLTQSPGTLS IOSVSSNY U 1\NYOOKPGQ IGAS 
QSV~<, NV LAWYQQI{ P(~OAPRLUYG I LS PGE HAH.}3C 
ASNR!rf{;1Pf)R:f:."<,:~(;SGTt.lP:·n_p,JJ PAS 
F:LE::PE::DFAVYf CQQY(lTSP 

APRLUY 

M N' 

NYAOKf".OGRV IAR:(}PYYYGNS 
l"IV,VESTSTAY HlDF 
MELSl3LRSEDT 
AVYYC 

NRJ\J G IPDRFS ICJ.1':iYG TSPRT 
(;f;(i .. ~3c;·1l)FrLt~ 
I :.->RLEi;•fOf'INY 
YC 

0 QVOLVOSGTEVKKPGSSVRISC.EAS QVQLVOSGTEV GATFSSLG !N'NF·HLGPGQ Plf-1/.:;rJH·' 1YAQKFQ(3RU SAYKSFD\l 
~ HJltlldtHJHIGi'iffSSLGtN\NFHLGPGOGLEJNMGA KKPGSSVR!S(; GLE\NMGl, fTSGFMELSSLT 
r,,J PWL$CTF'TYAf)KFQGRLTITSGFMEL EN3 SEDTAMYFC!'>N .... .... 
I 

-.I 64 

65 

G6 

SSGSEOTM-,Wf"CA l{DAG 

DIVMTQSPLSLPAiP(. ',[S./;.'!:,.''!8C.R8·S 1Dt\·?·MTQSPL. SL IOtLLH!.3NGNNY ILD'.VVYVOV.PGO ILGS 
QtLLHGN(3NNYlPW'fVQK.P(+()f3P0l PATPt,l',:,.3J>,gr;3 13PQU .. IY 
L !YLC'lSR~~AS(:JVt1.)RF:;S.GSCiS('.Jl[W~A CRSS 
LKtSP.:VE1>£0VGWYCMQSLOTP 

0 ''0".·v'·'-'·"A c\ ·.KK'.~r ... ·.""'''."""'·c·,K ,, 0
•· 1 '"'. ·'.'OL' '()."'•',.""' l•''·('Yf' ,,.,,.·,, .. ,. ,'<!·· J.....9'-.-:f-.,,1...:;l·r.~'ef.~ v ..,.;t,;;,i~,n.t.ovi .,,.-.Mt,,:;, '-..-:lV , V ·.,,:;n ... J.._M.i;.;. 1.,.J. -::.>~ l;ivi!"l;;J 

GGTF'GSYGiNVl'VROl\f'GCiGU::WMG VKKPGSSVKV8 
(.i;rfPIO.Jlf.='NVAC!Kr'OGS\(WAOr:.ST CKAS 
RTAYMHSSI..JS E:!J T /\MYYCAR 

lt•.f\f'NFKMPGO I fff't(}GIF' 
GLE'NMGG 

RR.t\SGVPORF' IMOSLQTPPT 
SG SCi.f?;(; TlW/,L 
Kl;~,R:Vf:/'.fifNCi 
\JY~(C 

'·'.',,A(">KF'. ,v:,<;v,I" F'D(-'i'"'Lf,,,L PJl ,,,..,.,1-..;.:....,::h,.,.t,,~M~ :;i..,:,;t!,n ',.~ 

!lADESrR"fA•fM Df.3 
8l.:'3SLlSEOm 
M"YYC 

""O 
~ ..... 
('D 

= ..... 
t 
"e -.... (') 

~ ..... .... 
0 = 
""O = O" -.... (') 

~ ..... .... 
0 = 
"f'j 
('D 

?' .... 
~ 
~ 

N 
0 .... 
.i;.,. 

rJ'1 
=­('D 
('D ..... .... 
-....J 
0 .... 
Ul 
~ 

c 
rJ'1 
N 
0 .... 
.i;.,. 

---0 
0 
.i;.,. 
O'I 
0 
~ 
1,0 

> .... 



57 

"f'l 68 ..... 
§ 
G; 
'"" '"" I 
00 

6H 

70 

n: 

''"'I' ·_,-~.,,,,,,.,.L'"l."P'"'.o'q·L'' ·"-o:,r, '' I "·"I' r"• <;,,:,,,·,·L<;· I"' ,:,·,,<,;·'/N"" ~~ "'1Qv,:·l.,,..-r1 V V '.,J'-"·W'I.J'"',i .:,.1 ... •r•T~v~ ~.s .... ~v.._1,:·\,-r1 ..,._1 Un.~-....~!• ~-
ORVSNNf'LA'ffi(.10K,PGLAPRLLf'YG LSPGDRATLSC 
VSHlJ\.TGfPOF'.f'SGSGSOTDF:Tt.:nSF{ FIJI.$ 
LEf''ftiFNvYYCOYY\iSB 

OV()LVQSGAEVKKPOSS-i;.!KVSCKAS 
GGTFf>,Nf'A\ISWV['lQAPGOGPEWM 
GGI 1,11.i 1' f',Tf,.K•,A{)Kf'QGRVTli,NJ E ,, 
TRIVOMtLSSLRSDl)'fAIYYCA 

OVOLVQSGA(~ I G(;fFRf,.JFA 
VKKPCiSSVK"VS 
CKAS 

E fVMfOSPJ'ffLSVSPGERJffL SCPJ,S I ErstMTOSPAfLSI QSVS S~·l 
o&,SSNLAV>lYOOrPGOAPRU.,,AA I vsrGEP,AJLSC 
SSR.i'ffGIPAR.FSGSGSGTEFTl Sf SSL. R/,S 
OPEDFNNYC(K.lYNN'NP 

EVOLLESCj(;(;LVQP,:;GSlRt)'.,C/>,N'i I [VOLLtSOCGL I or-rn&SYA 
c•c·•.·,c ,. ~-v~r .. ~,_,,,.,,,_·,1, ,,._. ('w,·•1 ec·,o.o,<; I··,,c,p•c(CY'LR' <"(' ,.:J'F !i:--,:i ... ,1J.,•Vt-.,;,( :,,r,:,,.~:••.r ,n ... .:i.~::~'io''.J- .. ;.A Y,JJ: ._-, _,,_-:., _ t.•:i-,.~ 

AfSGSGGS"TYYAOSVK(;H.J;FTVSf.J;ON AA$ 
SKSILYLQMMSLRPEDIMYYCA 

ViMIVRQAPGO I11/>.IFGt.l>.. 
GPEWMCl-G 

U,:WYOQTPGQ IAt..S 
APRLUY 

MSWVROfaPOK 11 $0$GGST 
Gl.E'NVSA 

OIVMT0$PL$LPVTP(,EPA$f$CR$,$ I DI\IMTOSPL$1.. ()SLLHTNGYSY IVD'f\1''.{l.QKf>()r) ILVS 
OSLLHTNGYSYVDWYLQt<'.PCOSPOLIPVfPG[PASIS 
UYLV$NRf,,SGVPDRFSGSGSGTDFT (;Rf;,$ 
U(t~RVt"./\fl)VCVYYCMOPLCJT 

SPOLLIY 

GSGSGTDFTL T 
ISFU .. EPEDFAVY 
·fC 

K'r' A()KFQGR\IT I ASS,5GSYYGD 
ISADEST RIVOMI Y f' DY 
ELSSLR.SDDTAI 
YYC 

SRAfGIPAR.:S ICi:OYNMWPHT 
·GSG·SG fEfTLS 
tSSLQPEDF,WY 
YC 

YYAOSVi<,GHH IAF{STCOC$(N 
VSRDNc-';KSTL.Y IYRI.IJP 

l.OM ~-lSL..RPEDT 
A!YYC 

MR/l.$GVPORF' IMQPLQTPf'T 
SGSGSGHWfL 
KJSRV[/\EDVG 

·· .. ;v·vc 

""O 
~ ..... 
('D 

= ..... 
t 
"e -.... (') 

~ ..... .... 
0 = 
""O = O" -.... (') 

~ ..... .... 
0 = 
"f'j 
('D 

?' .... 
(,H 
~ 

N 
0 .... 
.i;... 

rJ'1 
=­('D 
('D ..... .... 
QO 

0 .... 
Ul 
(,H 

c 
rJ'1 
N 
0 .... 
.i;... 

---0 
0 
.i;... 
O'I 
0 
(,H 
1,0 

> .... 



Patent Application Publication Feb. 13, 2014 Sheet 19 of 53 US 2014/0046039 Al 

s 

TFGGGTfWEff< FGGGT~(VEIK 

VVGQG-TMVTVS 
s 

F TFGOGTK'VElK FGQGTK\lEH\ 

FIGURE 11-9 



Patent Application Publication Feb. 13, 2014 Sheet 20 of 53 US 2014/0046039 Al 

YLSFNJ\N s 

CQQYSlYSCTF ·rFGQGTKVEIK FGO:GTKVEIK 

CAROSRLLEWF Y"r'Atv1D\l\lVGOO WGOGTTVTVS 
1\1t)SPYO\'YAM TT\trvss 
DVV!:/ 

s 

COQTYSPPRTF TFGOGTk.VEIK FGQGTKVEIK 

CA.RDRSDEDY GY~VGQGlLVT VvGOGTLVl\lS 

FIGURE 11-10 



Patent Application Publication Feb. 13, 2014 Sheet 21 of 53 US 2014/0046039 Al 

KSFDV\NGQGT WGOGT 

T FGOGTl\·v E lK FGQGTK\lElf\ 

FIGURE 11-11 



Patent Application Publication Feb. 13, 2014 Sheet 22 of 53 US 2014/0046039 Al 

YFOYVVGQGTL Vi/GQGTLl/fVS 
$ 

TFGQGTKVElK FGOGTKVEtr;; 

RLOP\.VGQ(HL VVGQGTL\.1l"VS 
s 

FIGURE 11-12 



Patent Application Publication Feb. 13, 2014 Sheet 23 of 53 US 2014/0046039 Al 

g.i:;%t;,,;gt<J~'tl:;i'.\':::gc~k:t1x:~:::~xtJMgtJtr.t,-::c~19.:;,1:1fu~~ir. 
c"{~::::=~.tr.:J:::=r~t~~c .. ~~ggc~-c~tf::.~~-s:gt~tt~1C .. ~1~~tt-:~~xj~1gt&-:.:::::~~: 
~·~.~--==r~g.g--:-~(£:i%~tJtcC$:,~~:tc~,ct.~1tct.~toot~~t~-:-~::::&-::(~ffim{.~.--=-"{~t 
~1~t~f:<::i:.~::.":::~\~~.>ti{Jg·fl,:~~,1:1%:~1»\~?1:::.:t:;Jt~}'.~C~~{}~~-=.J1t<::~.~t::.-:::h.~~r.::-:::~:!:t~.~ 
~~t:?:.~-'.~~:?:.>=~t~~>~iJ1:~.:t~J<-~1-:.;.~tttt{P:.~~~ftltgtt&{J@h.~.~~~.~Jtf~h~-~t~.'.~.::t1:;ft~{.~ 
{:Ht~ttt~.\. .. ~g.::+~.a;~{~,$~~-i$;{.~~.l~:fi%IDlt}~$irat~1:~.:a:~ts~.~ 

c~~g~a~~J(.1•fil~ttJ(~t~t~1\~J~l{~t~g){Jgt:w~~\~~3:~}{~-ct~i-:~tt (:<:tt~~it ~Fx:_ 
t~Qt<::t~(.t~gqg~~~}(.tt~i~t1-:~lli=K.~~{~:tt~~\~}<:~~@(;t~S:tg~J\~1~:«tfG.t{~QtJ1;ijt~ 
f~t:::3:~fu"'<.~~.~{.~_~tt~JHt>~~Ht~{~~<.d: ~J<~Jt~m<j1\~J <~_}gtf~d {~3:·h.~.x.~t~~ttH1: {~~~~ i$;-t 

<~<:X.~~~b~ -:;:t<~~~;~---=::<~~~ tt<rl1<.~.~~~1~\~;~~1·~~ih::~~;m~ tix~Pt~{~;~~~<.~~ t~at{x 
x10;J%~&::::~<:eta-::~~t~;}:11ttg:~~ti-Q~~~tctga-::~gB:m~1~~-=Gtgt 
~tt~~t;~tt}~~r~~1g:~1·¾19:~1gc:~}gtg::1.n:1~1~1t~~tc~-:ttct~tM·rct~ 
tq9:~c91rtg•~~~$._-..(:r~1w~~:n:1~gk-:accgt(.tt~~t(.a 

~~.a-::~~tcec1~}<1:t~~<:~~gtctr.~~t~:ct.::~r.~t~t~t~:t~·tt:t~1t~1:;~~~rog:l{~t.::~ 
~~ttr~~~tt~~~~19cqr~gtn:1gg:~.n:1tt~rn~r~k:-ttt~1r~tt,g.gtt{t~~~~ 
~&:(.f~g;mw1:~gc:o_-:r~~1-:1c~1to.-:t~~ttt~(.g.~tg~t\)~~1tttm~-~~1:n:1~1:: 
gt(.(.:c .. ~t:;,1;ijggtf (£::gtgg$~~tgg.:1 tr.t~~OO~aQij tttt~cttt-c~.,~ t~~~ .. :S 

~~p::~/t'-;}{: ~J::.~-:::t,g.~X~}-~t~~t-t:r: ~~K: ~t. ~tt.~-::trh~~~.::.ffi.-::t~¼J ftt:.~~~t.~1t-=~xJt~(X 
-~t::ttt::,Jtt>Q:{~~~~t~1~x:::.:-~ ~:].;"t~~"S ~'1h~'1.*~·:: 

c~~9~~ .. ~1~t•ootg~gt::-.:tm~rn~-t~1~~c-t~1~g~~:¥-=r.tggg tr.,ct(.:~ tgij.: .. 
ij•gt-ctr-~-::ti1C$:~f!i~~ttrt~g.:~.~~&~(.=t~--~~w~:t~t(.:c.tatr .. ~~~t.~t~c~ 
a<:~mg~e.(:(:tw~~:m~iga:t~1t~r-:~tt ~rg.;~t mrtJft:fil~·~t{:{~1tct~~ta:t(.ttf::~at a:c 
~~<l.~~~~3:~1-:Jtf~t{mf~~~&\J &~1-:;Uc{::&~;:{m~.~~{~~h~-~.:1t~tt::.::.;~.:~~::tt~m&.::~3:::.~1 tr~.: 
f~t~J<~--<.~a{,>ag<l.~:fa:3:-:::att~:~w:t~1~~~{~3:~"'=::{:tt,~.:~13:"t~.::1:g,::K:H::K:Ht~{~J(~.~aU:t 
~~tt~-tgt~~{~~-==:~mt.g.::~~1}~;g{~t7t:t~~t~1<R~~;fa3:<_j:lt~t~;~ttti}::1~taltt~--gg 
~·CC~r~~§g~1t~~1t~~tc·~:,::~tctctt·.:t$-:~ 

FIGURE 12-1 



Patent Application Publication Feb. 13, 2014 Sheet 24 of 53 US 2014/0046039 Al 

:£} ~":::~:!:t~-::rt~{}~~ttr*:~~x~~t}t<:Jt>:.:.tt~.)C.~-::~.>=.~tgt=:::t-~~~h.~tft.~:}9:·~~1~'-~~g~1t::.-::: 
.;3: ~~~.~-'.~t~.::w.~n~;~.~.:t. .. ~ggx.:~~~1@h.~.~J ~Jt&tt~J t%J~$;{.~hJ%tU:{$W.~~J:Qgt~3:h.~$:%~>~iJ 
ga;;~_~<.~~~ .. ~gi~t~<~--<:~.:~.~~~ta;lat~tttt:t}ah~<.:~lt~tB{~~-~{ti:-=:.iag:tHif~}'.3:Hi:igtt~-} 
g•gtc{~;·$t•C:1f~~;tt:cx19C{t;-::;;igtAA~t·.::-too:;r~c;;}"f~-~1tt{&1Gt::tt~~(;t:~B:tt::l 
f/(B~{:tg,~i%W~i~tg,dtctfp~1dt~tt${:tg,:ta,ic,~:bk~~t<:,:,-:C1.t$1.tC,';} 
9·@t~~~ tt~~;~~Ca:¾1~1:~:f.~t{ruftg:g::~.~t~;.%~1(:· 

c~~~;tg<.~i":;~J1--<.~~~Qt~§k.~~~~,::-:;:<.~i~~f~~;t~ft1Hi;..~$t~tt~~~t~f~~~;~;:t{fi 
cx::ctc&dW:&t~{:td{!QtW}{:tcc~kfu~&{.;0.,101W}ttlXct~ctn0.Nct 
9.g:.1t~r~,g~rngr~"~:~t~¾~:~t~g;~oocr~1.¾1tg~~tt~1g~·:t~fa~t~k1'~~ 
;~tg~~~tgtcg~::J~-$~ t~~t.gt-c:0--:t-::~r~,q~tcg~tc~:c..%k1t ta.~t~~~~ · 
r~,gttt.g.~~1at~~~gttc~~:::-.:t~~,~~tt~1;ftt.:tgtq~:c-:~:::~1~g~c-I~t.:~.~ 
gt~t.~tt~~.~tgt;<::g~~g.:~st~~~3:z:-~t~t.:3:h~t.{{Jt<:~-=~~~st:m_1~~@&st~t.{::c-1-:.:.t&-=~ 
:£} *'11:•=.J~~-:::-gtt~t$Jtey~(::t{».;_~}t~s=~(:::;s=~t~tz:-~i::it:~1tci::~-=~t::.-:::~~ 

9$:~t::t~gtga:ttf-~=gcagtttr~-c~:c,~:~1~~t~j~1t;ftt~k::n:1;m-g9~1~g.:~.~-::~ 
C.&-1~G(:t::.-:::t.c(:t;<::~0::::~.:~sh~-~1«=:1t1U:&::?.~.~~~.&~i({]t~}{.:(:;:t,-:*1t.:~:~~~-'.~$r 
~$;-S~3:$~i:~:£}$?.~~~*:{~~~C::.":;c-'1~~~-~t(:~:t<:;;;.~ k::t~t~mttt>:Jt::.?.>~:?.~~~~~~-=)~.&-1~1: 
gijt&t-::~:{::~;x_:~.~.&{~iJH}.~.~]1:{$W.~~~tg:_;~;1:{:l:%]{~]~3:~_~lt~~::th~.&tk_j~_~l{~.:~lk.~ 
~~';}{:t,:;J(:d~it~;td~;&&{.l&tttt';}{:a::-:cttt~tt:8{:tgti::~@<:<l::8{:fu1t&t,;gt{~{: 
ttt%'f~~ttt~~cttttg{~~"~{tggG£:~f&1f~gt~:;$f(t~tt:~1-:'1:C 

g.~~ttt:?:.~-'.~~:?i:~t{$1}%mf~t{:=tJ~t:.:. .. ~g~$<-m%~-~tt%mt~:f~-.:.::~~-::tgg-::~~~§t::.~c<-~w-~ 
ga~J:-::J~_xj~;x_:~-.:.:::<m~.x_::1:-=~t~J~jtt<.~~}:~<.:Hi:Wirtn::3:tt~ft~---=::{::cttt~~~t~i:{~mh.~~~{~J 
c<S§~~t-::.~.~~~s~\1<tx~--g~~-::.d:8$\~t{§t~\1ijt<.~h}~~--gt:~tt<t{;x;=tm~~th.7t:Qt{~t~~ 
takigf§C0kf~,g~/<"-:Ct(:t,:}tg,&1Qf.l:¥'C1'1lt{:s1~~,1kt(:tci~f}<1f}~:$%tg,":$ 
~.g:.1r~~~t-c:::-:ctrd~ttt~J:::-:~~~~~"1:~r~¾1t~~t.g~g:~a~tg::~qr~c:M:~Jcr:t\1kntt 
ct9tgcw~~~gta:1:t;fgtg(~f&;}gagtt~ttt~1-:1ti~,Cttf%m:o_-:~~l-:1:·0.~ .. ~ 
t:~J~fk-.&'t.-L~fk-~k.{Jl:_ .. ::-.~$ 

FIGURE 12-2 



Patent Application Publication Feb. 13, 2014 Sheet 25 of 53 US 2014/0046039 Al 

1 
ga:-s:&tt~tgttQi§~•Ck)t~t~~k::~1:t~i}~~~-Cct~t:;tttgttt~ .. ~~~@i§&Rijt!:f:}~~(.· 
~,::::;::.(.:b:-.to::::t~~:~1(::t«~ft<:~~a:gt~tt&%:~~~:~3t~tt:~:tt:~~:ct\~tt~:.:::t~:.:~1 
t::.~;.&~$..::.::c~:~t~J<:;(~agtt::.tz:~~~:~i@:t:::::;::.t~3:t~:::t~:.::tw1\~at<::~1{t:.:~t1~i::.q~ 
{_::t@ij ~.:at<.:~.~.::i~~~i!K::~~Jtt~_::i~ft~gt::{~J t~1§t .:J{~%$B(~iga:.j:t<.:~~:: t~J:catX: 
<tt<:Xi~~;~~:Xt<±~1;1a~1x;~t1~~t~$~~·tttt~~~~gtgl<tik~~;:t:g~,)'.;:t~~t~7t:ijb~t~*h.7t:~~;:t 
:c:~:c:~tW§ B:-tgttc~10:-::t~~~~,~-==~1.~mt~1::B1fil {~l.~&r: 

~:::i~gt-?;t~-:~gcttF::.a:--;m:is-~1½~~;z~"::-:~g~a:i~tS:tJ\}i3:~~;ctt<::~::.a:w,:.::t~~c~;t. 
{_::,;::;::~::.;:K::~~::t~::~¾:Jn:t~:t<:,t-ti~?-'::=t};3&-:::t,:::,;:::~t-:.-:;&~3:t.~~-i::Jttloo1t«-:::t~{_::t.£,;g.~&ttt@ 
l1klC~jt:C~Ctc:C::l{.)~lM~m:1rr.tt~j~jt~m~ttwil1tf>:C;,1h:t::ilttr.:a-:::too9 
~{~B:a:::~J(:h1ro~;::~·cgtr.c~:t.:.{§~t:1gtt:{t:~.gt~1QJ~t.~t::2:t:t~B: ttc~1tc 
B:~~1;::;~rogtt(~tc.-;::[:tg~~B:~i1ac{j:ctB:t~1~}§i}(~§t~,l~~B:=cac:gg.cc1tf§k 
tt.~tg~~(q~l~1t-Cgt~~Rt~~ .. tf~~~m1t~~1ag:S t(~~~t.tttg~klt (.\1g;:;:~:,'S:ij 
ij:@&C$:$t~gt~~-»-::~tt1t~t:~1g 

ta::=tSfa}(k1~a1{$C{~tl~gtctcmttc:f~}Cd{§h:t{§t-:B:t::Jtt·&:;§ij~B:W·~~f~tc 
R~-:;f.:~t~tt--~:::=ttgr.;c .. ,ggt~C~'Q;t~gtc,~g~~C .. :Stt~@~l-tta:tgt.~W .. ,ct001~t:;"{~:;,1: 
ga:-s:&~ .. &:;Jt~t~~$Ht.c:t~&~tt .. ~-::t{}~k"".'=t-:~t~tg--::tt~}Ca-c .. tttg--:-~r..~1;tc~1:~ 
~Jt<:¼=~~:.::tt:t~(~Jlitt.<:l:QtOO·t~)~Jt:;;.g.;~t:~1\~·~l~~f-t:fJttc-:~::h:-.t~~~::.~h::.&:fJ(: 
~w{:~~~t4~.~~@Q{:t~J&~~J~t{filt:?:.~-'.3:ft:.~1t~ttf~~~tt~t:<.~~~r~~~t~t~ft.~~.::~$1:9:tG{.x.~$t 
1:cat~ttt {~~t~t~:~m~J:fK.~{.~$:~~,itw@i$:~j~3:t{::~~~iift 

(:~3t~.gt{}C-'.~J{tWQtg~~ijt~:::t@mg~t~1itJt~la~&.~l~g~et-g@t~~::.tc~(~Jt@:~~­
ijtJt~::.t-~~~i\~t~3:~~~~~t(.:t~gg~t~~~<::t~~1~X;~0,:1tg~~::.~t<:~~i§(;tm~}t{g~ 
~r~:i~~}<:~~~1.gg..~:it~~l<:,tt~«t~~,m:a 1:%}~Wtt~.~t~~-~tz~C{~}t(.:U:t~i ~ 
ft{(:~;~~H~~it~;~--<:<~:~~::3:atrtit~<~~~--<:<~<mt~;:;~~~;~~tt.¥:~;g.::~~tf~~;:tta~ t 
:c:ca:.:::~~t~mw~~~tB:rnt~1~ctg:~t:-::t~1.:.~'tt:~~tt:~1~~g:&:~ac~ITTC<~~t 
gt~tt.~tt~~tQ~li.~'<.Di.~ttct1gc~~8ttgt;§:1~ttt~tt.1tct;::~·~;tttt;§:~tnt::tg~~-­
g:o_-:~~1r~c.~t~tggt-coc~-cgfa::t:::-tt-c~ 

FIGURE 12-3 



Patent Application Publication Feb. 13, 2014 Sheet 26 of 53 US 2014/0046039 Al 

ij<~.><il~~X~3:tf~itga:.>:~{~}~§t~J:<:{:U.::(:Ht~t<.Jgt<.Jg~.~]t~.:tgtgg~f~$~~.:~~Ja~§t~.~ 
<~.:.X:<tit::a~;:lt{~t~{ru~,x~~Qk.~B';.f~:K:tBita-:;:i<~{§t'k:\1~i{~~<.~l$§l~~t~;:t~~;:t~~ 
.;):~~c~m~:t~~1cr::i':}([J~~:t.::~rt.~tt:c.:1t:1<~,::~,:::fil::t~ttt.:l{$:~t~, 
gg:11.",DC".}'lf.g%~lfu,r,:g{,g:grngt@~tct~1~,c~c,;,,i1:t"r,:ctct~m~t,~ 
c.(.f&»:(.·fQC~ct01tl:l<1ttcttic.;,,dtrifu1e.ttic(.,&»:,&1tw:.,tgtoc.ttnttc9 
g~1t~tt(.:~:r .. ~19:g-9:~:::-~r--~1ggtg:9:~1t~tr .. fu1-:1:c 

C8-f;Gtrc~1d&::•~8-f;ltGfiW.ttc~1~;fu~tfigtg~~cc,ttc&::~l:l0c~(:tgt 
,x:ct,~;,tCDtgc,;3,ct9tdcigWlQCCt~(:.:ik:~:~tOOtg0Uix:t:~:tg:g,1,ptwg 
ijt~~~~;~r~~~t~%c~~~~ag:gg~1ggg.xtg:9:~gtggijttggtft~~tctct~~~t~~ 
{}t~~~~:~-··•)Ji§~t~~'lffl}:.,;i.-::{Jtt.c:c:t:.,~~lgtt~~lgt~~~at.~t~'1::)t~ga::::--:~ 
gt~J~l~J.ati-;::.,::::~1t::i:o.::t~t~Fx:~•w~tw~·w::.tct\~ttID~3:t~~{:.~;~.:~~'3(:~~::.~1w::.z.· 
{§1:Wi~tt~:iq1:{${,~{~~g~J~3:U:-=~~~~~$<tt~tt{::l-;Jtr~gt{~J1:H~$;-(~~mh:tJgh3:ts--<:o:,::-:Jt& 
t;~~~t(~_~tat~~;x,::t{3:l~~fB(~$t:::i~~ .. ~g~;x.::t~<~~$g<K~{_>a.-:,1.,ih>~K:~.~wt~.~ttGk~3: 

g-:x:~3:1:-CQl~lt~~~~(.:{~3:~}1~::.t:~{~3:tOt~t,c:~{·_f ~}b:::t~}t~:~t~~t~t.:~}g~a1~:.:i{J-:~Jt(. 
~ct&k:~~~ttgt>:::{~~~{-~3:~filt{::~~-~~~-::-att{~~~lt~~::t(:~1:ih~&~rtt~Jt~t~~t~~~Ht~-&%}~­
.::3:(~_x_~i~~Ja;~3:~--<:o:_:~~~~~a~~~-~t<.rJgatctH{_~-<s:.~t{;x.::~~t~~~-~i~~~ttt~~~-<Rl<mt~N< 
{§k_i:~;:~7t:t<;~~~~~tk_~igt~1{~;e~{tt:~g~t<.J~~ga~;:t~~~~;:itc<~;k_Jt1~~;~~t~;::~{f;: 
~wttt;ic,~1~tfp~1ttttges1l;<:Ctbch(:t'.} lrn$i:tg:~ ctk1c,~it (:(:C,-:d,1: 
g~gttc:ggcc~r~%~g~r~,~~1~1g~a:t{tr:~1.~~ 

<.~~~1Qt{~;:t~~ct~--gtg<~it}t<J¼$~~;:t~~~{~tg~~ig~ts~{f;:~t~~~ti -==~ t~~tt{~~ 
.~ootcti::Ct,}t~,~1cttctg,;,-;~gc;,1gcttc,~1~ttt,,~)Ct~tC&~i::t9.~';tifQ 
~(:..~%jC:l::(:(:too~:fu~/%jeli{1~1t{ig~t%m;;cy;irntrottc:i::tgti::Jtt1gtx1, 
n;~-~~1:ct~(~~~~n1~1:~9tttt>J~1r~~1~1t:0:1~~k~10:1g:c~1~~Rt . 
ij~~~~t~g(.(.t-:%~tgg~~tg~~~~:::-.1w~gat::t~~g~c,~:~.~~-g;1g 
$tl~tgt:W~i~~~rd.&:g&~~{}~t\1a:~-:~t~-::t~'it$ttgq{~1-:~:toog~c~~t 
~t~~~~{-~_>ttt}'=Jt -=~3:Z~":::g1::.-:::1:.:~(Jl~3::Q 

FIGURE 12-4 



Patent Application Publication Feb. 13, 2014 Sheet 27 of 53 US 2014/0046039 Al 

aoc~t(~t~C~~~o-:.:;m:W-.$~tr~mW:W--~ttg•X{~~ttrdtt%~Ctggtat~~~g(~t~g 
~$~:t .. ~W:~-s:&~"§ti:r~t:tt-.&:W-.k::cJ}~1tct$tWj~}C{~l~ .. a:~tt\1~~t-~~~JW 
~1 t:-=~.>;:::~tc t.:·:>~~~tt::.~ ~J::1 tt~-'.~~~tgg.;rt {.~1:~tr=)~'-~~ gtttt<:~-=~1:-:::t.:-:::~x:::-:::.;3:1:::.-:::~~1{.~.~ 
~j(:(.J:J,-.:.:::fm~.x.::1:g.~~}&1qtt~-.:.:::g¥:U~~3:H~~.J:1t~.~~&;1}1:{$1:~t~1t~.~~~ttto:.:~~X~$b~.: 
f~~Jttt~}~${.~.>agt~_}g:;y:::{::C}:~~mtqg,a{$Ht-:~.fRlat~ 

c~~g~a~~i"t·fil~ttJ(~t~t~1\~Jij@t~t~g){Jgt:w~~\~~3:~}{~-ct~i\~tt (:<:tt~~it ~F3: 
~~lli~t-~t~~~t~;~~~}\~~i (~}~Wtt::.ttt1tt~~~~JX:~gt&~~~;t::.t~t (~t~:!@t}~~~'-: 

f~t:::3:~fu"'<.~~.~{.~_~tt~JHt>~~m~fu"'<.~H~;~~Jt~~j1:gi}~$i~~ja;~t::.~B1:{~J{i{$t::~tt1:~~~ta~:. 
~~~;~~a;~~;fa~<.~~,~~~;:;~s~~~t}tt~;~:~~1tS:~H§t~Qk.~a.:;:t<tti<~{~~~"tJQt7t:<.~Qt7t:~~k~~.: 
x10;J%~&::::~CCta-::~~t~;}:lW~tW.~{t~¥~ct~1~~tct~~~J~:~00~1t1 
~tt~~t;~t9cqr~g;~~;~)ctt~tt~tt~tg9tr~-~t~;~c~~cctt;~-~;tt~t~~~~-n:1g 
g9~~~a:t;}gtcac:~1k-:t~-::-ttc.::1;~ 

~~.~&.:~ ttQt{~tt{}:~0:;1(:2:QtCt-G{~~fr:_;~:~~·t:et gtcttig tct {i:·~}gJf}:~:~~~~~: 

si«::::Mo.":tW,U:q~":f-.¾lt,.fi9'<9tg:tti:i9-":~":<l:~rti:dtt~W,Ct<;;,1t~IT-¾l 
r.:~t..~1f..~~~~~tgg(.C~•~-=.:tt>:x .. ~gt~C~k~tc .. ~t:;t~ tggtg::::-,1:t~:n:1;:r~--c .. ~19:w .. ,~ 
ctoo~~tr:.~tg~~1;wgtt~:gt1~~t~~gt<tg~g.:~.~,~~»~ttt .. ::~{~tr.-~k"".'=~>~l 
h~-~}'-~~g~-:::1:gg~<:~~t;}'.~-~~1~ttttgr.-~t~hJt:~~tt~-:..::t-9~t-:..~~-~t~t:.~~tf~·:Jt~.~<::lc.;.; 
{:{::h,~q.;~.:qth~JHt~{~~-~~J{~~-~{~J~~§~t~]{~J~3:~k.~fJ~r&-=~ 

c~~~t~ .. ~1~t.ootgw~t::-.:t;oo~~j~,t~ot:g.:~~~~1;~ .. ,ctij~~t~1t-:.,--qgt~~1: 
t~•g:~t~t~~:ct~::g.;~}\~:ti(~J~W:~:~~:~1:t-::::~--:x::~3:Qjh::.tttm:g.:~t~ra1:t{ftJttt::.~~ 
t~~tg~};:::.G.(~}@~::.~l{$f1Q;tit~J~J1$~~t:;m:W~f~~J~~~~:~t~x:(J~~t-::::t~~t{t1~J3: 
~.~i~.~~.~i3:ft:.>=~t~~-~{~.~i$;{.~~mai~}t:to:.:$;~~~.::~~$ifth~:~K:::t~it~.~i~.:~~t~.~]{~~~-u~.~i3:"t 
~~tt~iQ<.d:g:~~"'\>~iQ<.i~t~<~{~h::t{~~:<i§t~.~~~{fJ<.x;~~tgtdtt<Jtt.g{~1·~~~a.s~~ 
~t9C:~~~1tgc:c:t~t~~t~~1tttt~~.B:t-gtct%ITTgc:c:B:~1~1&:t~-1 

FIGURE 12-5 



Patent Application Publication Feb. 13, 2014 Sheet 28 of 53 US 2014/0046039 Al 

66 

68 

:W.:$.ffi.\'Uf.H ••,-::m.ut~uqtt;:;;ut~mutct®~l:Q:iii~n~1-:1:u;s,1~tt:Q:®ttek:U:Q'l~iu 
..................................................... 9titt:i;~tg;lllictti::tg<~~;:iW--ttC,,;,ttC,9J;,~ittslti£gtllttt;1':,tg1gt'g~sl 
fffffffffffff iz~{~g~~~~~~;~~e~3::is-~g~U@~ijt'~~}ilt~g~}i~~m<:;~t.c~"t~t<:;ct~t~~F~t~%~-s 
rrrrrrrrrrrrrl~.&{.~_::.&;~&ti.'.3:~~~}(::&{~3:t}&&sttk:~-nt~-:;~::;_1hµcfp~tt~(;i:::;~_>fiJ&:~:J&~~t::~.:: 
rrrrrrrrrrrrr~~~~l~.&~}~~f~.::.~\~.::<.~h~:gtgQ.'.~~~::tt~3g~:~St~X1:@~~.~~sk:t~J~1s\~~{~~~~::{~~-X.~f31:~§ 

·····················································~tt&e:tJtgq}<~~/~tOOl:l~igt§::¥:l~C{jll~Cctlt/fu-::tcct~~1§CG,1%i§• ~i~i~i~i~i~i~i~i~i~i~i~i~i~i~i~i~i~i~i~i~i~i~i~i~i~li~(~{:tm§t(~~Q:~ftt~t:::r.tc~~ 

ffi§.mtlK+.t •g,&1:;stt~tgttg:;s~G1~tctc~101t0l1w:,tg:tcttt1t,~t:).,~oog:,1:c,~i<'"qte. 
rrrrrrrrrrrrr:.~rr-~tct(.Ctgr~~g;}~~c~1~~9&;~m1tt~~1·Q1t~ttt~tt~:gr~c1~t~tc~ 
fffffffffffff~c-:~-~r._~1cctoocc\1~:;t~~~~t.~~ct:~~t~~ttr~tRtg:gtgt,~k:r~~:;~~:;:~cc~~~t 

~:::;~~;:~;.;~:;~:;i~~:~!;~;::;:;;~:~:!~:~:::~:;;~::\. 
l{{l{({l{({l{{l{{l!qf~"'=.;$·~~~~1:t::.:·~~<.:Htc~fu"'<.~~.~{J@t~\§·~~~~.~~-~~tw.;§gtah.>~~~~.~ 

l~lft®.fifll 1~-::~:gt;w;~t~ggt~◊~:gt-ctoo·~l8:;§%~t~"1:~·i~t:iW:=tt{;:001~jt.:001g;§ 
fffffffffffff ~-~'G\1t~~~t:::::-:::t~~-:::~~~10~~1:~-::t::1t~-s-.Jw::~~x~th~~ff~~~x::f:1t~1{.~t:g·h.>~J-~tf1t~1:9:(: 
fffffffffffff ~qf~~~-~m~.x.:~_~{Jt~9:~~~-'.~~{~ID~.x.::1:g.~§t~Jg:~'l1:{§t,~~1t~\$·~t<.:~1k.~~~-~{f~k:tH~J~J1 
ffffffffffftft~:~i{.~$:~~~.a;~~ijta~.~~.~~~~.f~Ja;y:;§tk:~.:a{~mta{~Y:J·h.~$:~J~aHt~.~J{~.~"'=.;~j(~§i~~ 
rrrrrrrrrrrrr:~;c<~~~~§~~t<~~~•~;~f~~~·~~~{r;t{~tt~;"-:~{f;~i§f:.~$~~t~;:t:1fs'.,1~~<~~*~{:g 

tbtt:1ct~it~qp¥:lte,~it;ioo~tti1ct~(:~rg"1ek1ctttg,tctllct%l%I'-·~ 
lilililililililililililililililililililililililililii~t}~~~~;r~t~gt~ac:~9t~-tr~~t{:·ng 

FIGURE 12-6 



Patent Application Publication Feb. 13, 2014 Sheet 29 of 53 US 2014/0046039 Al 

{:·~{:{i~:k:t:~t~fC:~~gf~t~~agkt%~tgtt~;m{~t~&:tt~tCtt~gt~1-t~c~1ge·-::~ 
::1&~f~t~t1~:n:1~}~~t~·r~"~OOr.t-cctrotr~kH~t9(:r~tt:>ttt:e~w~;n:1c1g 
\~t-::.::1z:=t~~~~Q1ititt:~~1~rtoo{~:.::{1t-gwtct~tJ~~~::.a:g~gttt~3:ct{t-c~:~1tz:~3: 
~}(M%:Z:t~3:Q~~\~i~JX:~@~ttttt~•;::.«:--;Jttt~:.::tt-:x:tijt(;~~JC~3:~}t~:.::1~3:ftt~S:m~t~t10::;:t 
-::;~t1~~stt~~~J<:(:~lli~i-~~~3:~~1.~1i3:~}i3:t(:~~~-iK; 

{li3i::1§lQC&getgttg<}l:1~tct~1t~1:1t>::¥ldtg<}tas::r,:;y:ttt~1:1&¥ltl::S::tt,;p1 
:~tttt:::dttg-:::i,11:::ttct{J9'1tt(k1(:s::ttt~gc;;1gct~t(f-~<:~itg<1,;fCt%JgtO,'SC 
{:·~QC10C:~~%~~1Qftf¾i}Ct%§*gt{§~t-ct•0.:1tfCtiltt~~1t~gtf~QtOOtOOt$f~ 
~~r~c:~t~c1acgt~¾1-:'1:ctc~~;ftgn:~~%~t~g~ttrn:::-~;9t;:::tr~'\)~~gt~c:~t~fu;rn 
.:~~:~i<:~t~xct,gt~t~~t~3:(.a.:~~tg~i::K::~~~cct~1~g~::.(;z~~f%:1\~~~~m~~~~<:~~1::~t 
tt.~-ct~,1o;r.:~t1t~-sai~\~~;;t~~lm:t~~J1t~:1~~:t~x~~~::.tcg&~}:::;(~tm~w 
-...~:--~~1{~~~\~3:{.f.-\ .. t~~Jt::.~~~-~--~Jt...~ k..,., t:.Al:~~ 

\~~ittttt~Jti;&t@1:<::t(;~~~b::.t~~~::.t-~t~~t.~igi~:~~::.~;tt~ru.:~::.<:~~~1~F~~l~~~~~::.<:~ 
tt::.~::.~b::.tz:~i{i«~t1t-:j.:~;1~::.a:,~~::.z::bx::t~<:~~ t~~A~x~ 1\~J-~t~s;::.~1ct-::.::~;1 ~t1 
:i$ttwk~:tt{l'(;:,~i:,~f~~<:%\ITTq~1M<:q~:::.i&--::::t,;:ct;w:t::;k~ttt{i:gtttttH:;$t 
-:::~--g~~<d:<~~~~~1}gk:<~~-::t:g~:K::~~--gtk:<~t~1¥~~~1t%~s:te~~~:~~~:t7t:Qt7t:tttt<~~ 
8d§M~8t<:8->JW~;t~~g::~:tg~g.pt{lt1QQC~"lt'lt8tt&d~lret7:fu~ct• 
cL~:·&~octcrott~t~-<.:tttcw:.-:cct~¥~·a:::~m::x:~t%}:~t~tc•fil~&: 

8§,~:tctc:ctgtgc•q_;Co::t,~tgg~ttl::t&ttt;;1g~a<::fat~;;}(:8~;B~st~1~;tC.;."$cJ 
ct::l{~t~t{~($:ili~1i~'§':1gJf~:t~~Gx1Qt%i~tctrnt~:t~tt~~~"'8gt~,@tggt~}t~, · 
,~;;rt~t&t~,;fc,~;~,t~*gttr,:~1,;fg-c(:f}:;ttmx~tuix:$}l:19'1t,~1(G~ 
-;;1,~}:~~:k~1Gt$1ttct~m{~1t~~1:~Wf~t>Ct•g:~~1f~t:Cf~f~C$C:~tgtgt~ . 
t$ct~"tt~-:~i*-i:~:g1~coo~t~4-:~1,~~~t~n~~tt$tt.g~:t-:%:tg:~~1~--Rgt~O:­
t<:~~J ~tJt<::~::.(;:gt<:~t~::.~::.t(."<:lij 

FIGURE 12-7 



Patent Application Publication Feb. 13, 2014 Sheet 30 of 53 

<: C: 

~ ~;: ~ ~ 

FIGURE 13-1 

US 2014/0046039 Al 

;.z~ 
~~ 

~ 
0';, 

! 
.:,: ; 

~1;'~1\',:::i 



Patent Application Publication Feb. 13, 2014 Sheet 31 of 53 US 2014/0046039 Al 

' ~· 6 

~ ~;~ ~ 

ft: ) f,{' 

""' ' '' : '' ,,,, 
:::: 

t~ ~,~~ 

~ 

FIGURE 13-2 



Patent Application Publication 

8.i.. 

ill 

.... i .... 
i •••• i 
.... i .... 
i •••• i 
.... i .... 

.... i 
i .... 
.... i 
i .... 
i i 
/ \ 

Feb. 13, 2014 Sheet 32 of 53 US 2014/0046039 Al 

FIGURE 13-3 



Patent Application Publication Feb. 13, 2014 Sheet 33 of 53 US 2014/0046039 Al 

••••• 

' ;; '.i • .. ,: •••• f ... 

I 
. .. 
••••• 
•••• 

•••• •• • •••• 
cl. J ••••• f 

I •••••••• •••••••• 

····••· • .... ..... •••• f 
•••• •••• • •••• 
•••• 

····••· • .. 
UJ 

-
••• 

0 

••• 

•••• 
.. 

u 

•• 
••••• ~ ~ 

ill 11 

.,... 

FIGURE 13-4 



Patent Application Publication Feb. 13, 2014 Sheet 34 of 53 US 2014/0046039 Al 

"" 
,,,,,, ,,,,, 

"" 
,,,,,, ,,,, 

-<( ,:,:, ,::, ;:, 

"" "" ,:,:, :,, ,,,, ,:,:, "" "" r,: ,:,:, ,:,:, 

"" 
:,:, 

, .... ,,,, ,,,,, "" 
,,,,, :,,,, :,,: ,,,,, 

"" "" 
,,, ,,,:, ,,,,, :,,, 

,,._ 
~-~ "-' f~ ~} 

FIGURE 13-5 



Patent Application Publication Feb. 13, 2014 Sheet 35 of 53 US 2014/0046039 Al 

i 

II 

r 
' ; ;, 

C, 

' ' 
' 

" X: i 

1, ' ,. 
' 

" s ~- " s 
( " 

~· _g. j, 

' ., 
' :§ ,,,, ,,,,,, 

"""'''''''''''' 
,,,,,, ,,,, ,,,,,, 

"" 
,,,,,, ,,,,,, ,,,, ,,,,,, 

~···· 

II 
,,,,, 

"" 
,,,, 

<( [ ,:,:, 

"" 
,:,, 

I········· 
,,,,,, 

"" 
,,,,,, 

"" "" ,,,,, 

"" 
,,,, 

"" ,:,:, 

"" 
,:,, 

,,,,,, ,,,,,, 
"" 

,,,,,, 

::;"·J .::-,-"] 
::,r:, ::.(j 

FIGURE 13-6 



62: 

"'.rj .... 
Ol e3 
d 
~ .... 
w 

I 
-....l 

I 

f'A 

8fi 

136 

~:i~i:t:;,:.~;;rl:;.,}::l~:J:X.:t:J:,3:::j:t:x;t.,; ::.r..ilff'1;:~ 
·,l-J:t>:tcXA;.J';i>;,·;,-J,:,; kt 

,:f:~;._l;;)ti~:;lr;n~v-u!i:..:a{ik·t:x;<~J:J::.:;;K 1,:•;;Y:~:;;.r~i-t-J11t•:~}:•..:•a~{j);;J::.:l·;'il 
;_%'.,.~:):h:t8{ft{.:f.:::::.::i1-~:l{l%j~}:l:.8xif-j{j,~f(;;0 

17,,ct,;l,;::l,',<": :l:;1J'.J'7-):l;;)I 

;;,~,:1:t-~J;:.':Q'.:i::~t-~l~J:t:-rJ•:'.'.:;)gl<k~}:J:Ja-:~t,:f:1r1;il::i:;)}.J'.:1»*.:F;, ::.:lfW{l~:.::1k=·~f"~lt.J;;)~i I :..:»{f"~lk}::;;)~i{;t-J~r)~1;;,{1~td.:J:¥.i-f-J.{.,.~J I :+.f:1r.J:~:.: ;;x/::U:;.:;'1;,:f:':a:1t~tt-,XJ:~J 

;~: :::,;'i,t{t~Y.~tJ::· ~'.t:""-f':-il<ia:~;:t:,:a~:i:::11"l:-::J.....-,d:~3::Ah:l%:l~~::~)~(.jf-i~,;'i,it{%1:.a:::t:ttltj::i;;;ii 

lqql.,!<>J1'J'"''cl•:l-:l;;)':i7-;:,)'Jt:;-:J:;Jl{:f;,.·::;l<,J'.j'il:,lll;J:,:lt:;t,)llt;J,)',Jtt:l:J:,l:l<:;:J 

:~JrrJ:\.:~YJ:~9{1»,:v.;;:t~·~i{f1:•:::.j:t,::,~p~J:t-.yr1~~J 

:;i:;,i:1,nw;q,:•:;i,,J,:,; 1,,1 

,:f:tt~~~f:}lf-t·~f~V-ft·t::_:.;'i,:fk·t::.:<;».....--t•;l{;;,:, 
·:t,:v:·····._-~ ..... ;·•:vr;:-~:.:t•:l%:J'~Da]t'-·~n,...:•:j 

<;r,,:lt:;l:,7-;f;J;;•:l:;):;Jlrt,Y:Ji: 

,:•;;Y:~:;;JU-,tt:x,t:1:•.: ;;J~~{i::v..~✓j~~ma a»<;;> 
,x,t.,11 

:..:»{Y~lt-:}::;;)f-f{;\;,:frJ~1:;,2~l;'.'. l:.J:¥.lff{;~,3 I :+.f:1r:f:p;){X:11::'.'.f-if-i{;:.i~rJt~)f:;:;:;;t 

:~~~rrJ:\.:~J:~:;rf:l1i~v.::.:lfW~fl:-::-::;t<~~~Ji:;J;<.1:;;,a 
'.J:'ii:ir.,t-::-;:.:t~}f:,,:~l:i:-~tlt:t 

tt;;J~}:"";tt::r::;•i•;;J{X•;:;J~i{;:1~~;;r~;;r'.\;;);•,.:{~-J:J;•,.:(; I q~.$,~V~ll.G{;, 

:l%:J::j~:J,:).;' .>".'%t::j~;.t/::.:f \~\t:: t::t 

:~:a;;J:i ig=::;U..'. :;'.'.~ikkJ:~J:.rx;-: t:~i:t:if/4-~ 1,:::x;{ii.;;, :;,r;t;,..'.1.,~kkJ:.J:JQ<;f:l<;-..'.:;J 
«:~~i'.:i{..t~r)~r):4ff.r':(»l•~l{JrJ~rr:i~~ 

tt~:;~:;.~t'.l,;y_J:t;;):•;f"-il~l.....-a:J;.);.J~i{;(~:.:~~l{;,:t I [i~,l)rJ:t..Ml 
;i:td:x,,v;;.,:i:t,;tt:,at,;'i;Jt· 

:'l:1.t-r1;;r1dgfj~;J:..'.:,Ja<;~~J:J=~ ;:_:.:';:'.'.:J::4:;:;:ar; I •:1:J::.:;;J:,.,1r:;.:lat'l-~l,:.1~rJ'.~J'..y.llf:J{;-..'. « 
~;;J~i:;;:::r:·.1f:J~t~~f{i1,j✓J~,}:l'.:if-i{; 

""O 
~ ...,,. 
('D 

= ...,,. 

t 
"e -.... (') 

~ ...,,. .... 
0 = 
""O = O" -.... (') 

~ ...,,. .... 
0 = 
"f'j 
('D 

?' .... 
(,H 
~ 

N 
0 .... 
.i;.., 

rJJ 
=­('D 
('D ...,,. 
(,H 
O'I 
0 .... 
Ul 
(,H 

c 
rJJ 
N 
0 .... 
.i;.., 

---0 
0 
.i;.., 
O'I 
0 
(,H 
1,0 

> .... 



Patent Application Publication Feb. 13, 2014 Sheet 37 of 53 US 2014/0046039 Al 

...J 

FIGURE 13-8 



Patent Application Publication Feb. 13, 2014 Sheet 38 of 53 US 2014/0046039 Al 

FIGURE 13-9 



Patent Application Publication Feb. 13, 2014 Sheet 39 of 53 US 2014/0046039 Al 

fi.. 

/? ? ?'c ,::; ? 

111 
'c? ) ,::; 

? ~· ? ..... ..... ...... ....... ..... 

.,.,·;r,;,,, .,.,.,., .,.,.,. .,.,., .,.,.,. .,.,.,., .,.,.,. 
«) :.& ' -U:1 

FIGURE 13-10 



Patent Application Publication Feb. 13, 2014 Sheet 40 of 53 US 2014/0046039 Al 

FIGURE 13-11 



Patent Application Publication Feb. 13, 2014 Sheet 41 of 53 US 2014/0046039 Al 

I i U) 
~ 

~ 
g, 
~( 

I 

~1~ 
-! I 

I 
CJ 

J 

IJ 
,,,,. 

"'"" 
,:,:,: ( 

"'"" "'"' < 
,,,,,,, 

i\ ""' "'" 
,,,,,, ,,,,, 

,, ... 
!"-·-
~¢:· ~ 

FIGURE 13-12 



Patent Application Publication Feb. 13, 2014 Sheet 42 of 53 US 2014/0046039 Al 

Ni 

••••• 

• •• 

..;...~ 
;, 
~ ,, 

►i 
it 
·••; 

X 

• 

• ••••• 

<°. _, ii 
t--

• 

'->. - . 
• 

· .. 

=·I • t 

.... 

ii 
• .... 
. ,. 

.,:: 

. 

FIGURE 13-14 



Patent Application Publication Feb. 13, 2014 Sheet 43 of 53 US 2014/0046039 Al 

I 
I 

~ 

FIGURE 13-15 



Patent Application Publication Feb. 13, 2014 Sheet 44 of 53 US 2014/0046039 Al 

.... 

FIGURE 13-16 



Patent Application Publication Feb. 13, 2014 Sheet 45 of 53 US 2014/0046039 Al 

~' ~ 

ih 

FIGURE 14-1 



A 

1 
.:,'6::.;.·· 

36 

37 

B I C I D I fW#.M!#.MVf;G.!ffl~t4.~G.~M~tt·•P~G.~N.f.W 
F 

iMAf.UOi.J ~oo.@MM•• ij@ijiii:iW 
produdive IGKV3¥ IGHJ4'02 IGHD3-- EVQLVESGG.GLVRPGG.StRLSCAPS 

productive 

produdivt, 

J<.01 10'('!'1 GFTFSHY\NVAWLROAP!:'.KGL[WLAQ 

IGKV1-
6WO"l. or 
IGHV1-
{3f)' 12 

IGKV3-
3YO$ 

i:.;J: ._ •. ~ :~~ ·, •. r-,,.,.,HJ'"()" I ..-·.·H.D'" 
160[11 

/(_1 . >.:t. Jh':. j.._-j. · :-.-,·~·HJA'"" l'"'HD1 
;e(t01 

INODCaf~E K:HYVDSVR mU'TISRDN},K 
NSLYLOMNSLRVEDTALYYCSRDVDG 
GYFDYWVCJGTL.VTVS:S 
SVFf✓SCKTSEDTFST'fVMHV>lVROAP 

GOGL.E'•NMGELVP!YGTPNYAOAFHD 
R!TITADESTSTAYl.EMTSLTSEDTAVY 
YCARGG:GYAGVF'TPNWFDP\iVGQGT 
LV~VS. 
LRLSCA/'.\SGFTFSSYGMHVINROJ.\PG 
K.GLEINVSUWFDGGlKYYADSVKGR 

~ ; •••••••••• . j j IF.TISFIONSKt·HLYLOMNSLRAEtffAVY 
~ It H t/ YCA.KDGPTSAHYVQWDF[WV,JGQGT 

G H 

EVOLVESGGGLVRPGGSLR.LSCAPS 
GFTFSHY'iNV!-\WLRQAPEKGLE',NLAO 
INCJ,DGREKHVVDSVRC:mFTISf~DNAK 
MSLYLOMMSLRVEDTAli'i'iCSR 

SVRI/SCKTSEDTFSTYVMHWVmJ.AP 
GOGLEVVMGELVPIYGTH'-.IYAOAFHD 
FUTITADES TSTAYLEMTSLTSEDTAVY 
YCAR 

LRLSGAJ.\SGFTFSSYGMH\/1/'VRQAPG 
KGLEWVSLIWFDGGTKYYAOSVK.(;H 
FTISRDNSKNTLYLQ!l,1NSLR/,,.EDTN/Y 
YCAK 

('.j • 38 li?ii ,.,.,. ,., LVSVSS 

~ ,w, i/ •••• prodwdive IGHV4-3JJ- IGHJti'02 IGHD3- LTCTVSGASITNADS':/M.JN'Nff{QSP-G LTCTVSGAS!Tr'·lADSV1i','Vi'f\/VIRQSPG 
,... •••• 4•01 Ht01 KGLEWIGYIYY:::--Or•ffYYNPSLRSRASI KGLE'NIGYfr'YSGNTYYNPSLRSRASI 

t- ., ·•·•·•·•••••••· ·•·•·•·· S)~DTS~NE~FL~L~sv,:r~::~\~iYGA 8VDTSKMEFFU3LTSvTMDTAVYYCA N ,,9 ••••• Rw.GW:1FGt>L.Rd .. ~RL,TL:,,'T,1,_-,..'.'} R • 
• ..;.@titJ ? pwdud:iv€l IGHV3- IGHJ6'03 IGHD2- SGFSFSNYGMKWVROAPGKGLEll'tV SGFSFSNYGMH'.VVROAPGKGLEV<N 

40 

,11 

30'03, or 
IGHV3• 
3W18 

15•01 AV1SHDGSNEDYADSVKGRFnSRDN 

IGHJ4•02 I IGHD5-
24'01 

IGHJ4'fJ2 I IGHD3, 
•rc,1 

3KMNLYL0f,,1NF.:LF~AEDTAVYYCAKEY 
ICSGGTCYSFRSYYYMD\/INGKGTTV 
TVSS 
KASGYTFTGYVVHWVRQAPGQGLE 
WMGW!NPNSGCTNYAQRFClGRVTM 
TR.DTSFSTVYMEVNRLRSDDTAVYYC 
ARl.-.RD/WSDYWGQGTVVVTVSS 

LF~lSCS,t\SGFTFDDSMH'NVf.;:OPPGK 
GLE',tN$36','VNSDTIYYADSVKGJ~FTI 
~JRDNTKNStYLOMlSLTSEDTALYFC 
AKDGLtWFGFYlDSVVGOG-rovrvss 

fN!SHDGSNEDYADSVKGRFTISFZDN 
SKNNLYL.OMNRLR:AEDTf\VYYCf\l{ 

V,ASGYTFT GWVHViJVRQAPGQGLE 
WMGVVlNPNSGGTNVAQR.FQCR.VTM 
TRDTSFSTVYMEVNRLR.SDDTAVYYC 
A 

~ 

LRLSC,SASGFTFDDSAIH'JVVF{QPPGK 
GLEWVSSISVVNSDT1'f'YADSVKGHFT I 
Sf'!DNTl<.NSLYLQMTSLTSEDTAL YFC 
AK 

""O 
~ ..... 
('D 

= ..... 
t 
"e -.... (') 

~ ..... .... 
0 = 
""O = O" -.... (') 

~ ..... .... 
0 = 
"f'j 
('D 

?' .... 
(,H 
~ 

N 
0 .... 
.i;... 

rJJ 
=­('D 
('D ..... 
.i;... 
O'I 
0 .... 
Ul 
(,H 

c 
rJJ 
N 
0 .... 
.i;... 

---0 
0 
.i;... 
O'I 
0 
(,H 
1,0 

> .... 



36 

37 

"f'j .... 
C") 
0 3" ~ ,, 
.... 
""-w 39 

4iJ 

<1·t 

42 

A 

SVRVSCKTS IEDTFSTYV MHWVROAPGI LVP!YGTP 
QGLE'NMGE 

GFTFSSYG IMHW\/R.QAPBI !WFOG0H>Z 
KGLEWVSL 

GASITl'-JADSW IW~·-l'WIRQSPG I !"-t'YSGNT 
KGLEW!G:V 

GFSFSNYG IMH\N'-,/RQ,'\PGI iSHDGSNE 
KGLEVNA'.1/ 

GYTFTGYY IVH'NVf"ZQAPG I !NPNSGGT 
OGLEWMGV•/ 

GFTFDDSA l!H'NVRQPPG l!S\·VNSDTI 
KGLEWVSS 

SLYLOMNSU~ 
VEDTAt.YYC-

DY 

NYAQAF"HDRI IARGEGYAGV 
TT!ADESTSTA F>TPN"WFDP 
YlG:MT'.~,;t.,T$t;; 
DTAVYYC 

FDY'N LV1VSS 

CA.RGEGYf\G INWFDPV:/GQ 
VPTPNWFDP GTLVIVS 
'r,,l'.} 

r.~;;;;• 
0,:> 

YY __ AD•_:_svK_G_R.Fl,ti.K-_o_ G_·Pr_sAHYIC-AK_,o-G_·r_rsA IFD_Yv_11GQGTL l'N_GoGTLvsv 
T!SRDMSKMT VQVJDFDY HY\/QWDFDY VSVSS SS 
L°'r''UJMNSLRA VV 
EDTAVYYG 

YYNPSLRSRAI ARGG\lWFGS ICARGGvWrG IWGRGTLVTV I WGRGTLVTV 
SISVDTSKNE ILR 
FFLSLTSVTAA 
DTAVYYC 
t?i'ADSVKGRF AKEYICSGGT 
T!SrWNSKNN CYSrnSYYY 
1... Yl.:QMNRLFIA MDV 
EDTAVYYC 

SLRW ss ss 

CAKEYICSGG IYYYMD-.WGr'.. I W'GKGTTVTV 
TCYSFRSYYY IGTTVTVSS 
MD\t,t,i 

ss 

NYAQRFOGR I AHUZDAY SDY ICARLRDAYS DI DYWGQGTIN I'"'_• {GQGTWVTV 
VTMTFmTSF'S YW VT'✓SS SS 
TVYMEVNRLR, 
SDDTAV'iYC 

V'r'AOSVKGRFIAKDGLRYFGFICAKDGLRYF IYlDSWGQGT IWGQGTOVTV 
T!SRDNTKNS VLDS GFYL.DSW QVTI/SS SS 
I...Yl.:QMTSLTS 
EDTALWC 

""O 
~ ..... 
('D 

= ..... 
t 
"e -.... (') 

~ ..... .... 
0 = 
""O = O" -.... (') 

~ ..... .... 
0 = 
"f'j 
('D 

?' .... 
~ 
~ 

N 
0 .... 
.i;... 

rJ'1 
=­('D 
('D ..... 
.i;... 
-....J 
0 .... 
Ul 
~ 

c 
rJ'1 
N 
0 .... 
.i;... 

---0 
0 
.i;... 
O'I 
0 
~ 
1,0 

> .... 



Patent Application Publication 

38 

39 

40 

41 

Feb. 13, 2014 Sheet 48 of 53 US 2014/0046039 Al 

1:3S 74-5'10002 38/51 nt 

23B 67 .099998 64/62 nt 

186 87.5 42/48 nt 

FIGURE 15-1 

IGHD3· 
16"01 

IGHD2· 

IGHD5· 
24"01 

2 

3 



Patent Application Publication Feb. 13, 2014 Sheet 49 of 53 US 2014/0046039 Al 

FIGURE 15-2 



Patent Application Publication Feb. 13, 2014 Sheet 50 of 53 US 2014/0046039 Al 

38 

39 

40 

41 

cctgag actc!cctgtgcagcgtctgt1attcacclicag tag lta tggcatgcactgggtcc9cca 
ggcto.::aggcaaggggctggagtgggtgtcacttatatggutgatggaggtactaa,~tactac 
g csgadccgtga;;~gggccgattca ccatctccaga9aca adccaagaacacgctgta Id 
t1csaatqaacagcctg agagccga9gacaq;g ctqtdattactgtqcgaaagatggtccqs 
eckc;gcecaetaetJtaeagtgggac t1tga c!actgggg ecaggga accct.ggtc.agtxJkt 
calcag 
cdca cctgcactgtgtctggtgcctccatcaccaa tgctgattcttgg tggaatt ggatccgcca 
gtccccagggaagggcctggatJtggattggctacatctattacagtggcaacacctactacaa 
tccgtccctt.::agg ;;1gtcg ggcc;~gc;~tttcagt,~g,icacg tcc;"au ;;1 aog,~gttctlcctgagt 
ctgac 1tctg tgact~1ccgca9aca c9gccgtgtattadgtgccagagqgg9ggta tggUcg 
9tJ !ccctcagg tgggg ccggggcaccctggtcaccgtct cctcag 

cctctggattcagcttcag !as c ta tggcatgcadgggt ccgccaggci ccaggcaaggggct 
gg ,lgtggg tgg cag ttatatcs catg a tggs agtaa tgaags eta tgcag a etc i;::gtc ssggg 
ccgaticaccatctcccgagacaattccaagascaacdatatctgcaaatgaacaggctgag 
sg cig a ggacactl{:l dgtatattactgtg cgaaagagtacatttgtagtqgtgt.1tacc tgctt:ici 
cg!Hcgttcd.adaGt.W~)iggacgt.ctggggc<1at)ggg<1cc<1cggtcaccgtd.cd~) 

aaggcttctggatacaccttcacq.mctattatgtacacitmgtgcgacag9cccctgtJscaag 
ggcitgaglggatgggatggatcaacootascagtggtggcacaaactatgcacagaggtttc 
aggg0agggtcaccalgaccaggg<:1cacg1ccttcsgcac-aglclacslggaggtgaacsg 
gctgagatdgacgacacggccgtttacladgtg,:_,11aggttaagagatgcdacagtgadatt 
ggggccagggaaccigggtcaccgtctcdcag 

FIGURE 15-3 



A 8 C D 

i~J HV:3--(t i)i I IGH J-~ -~02 

~ 
@ 
~ 
""" --

E F 

::-_:t :;:;~ t~y;~y:1:t ·2«Jf f-: :_z;::-_: ttt:J :;t:;~f"--::n:tr,:;tt~F~JI?~ 
0'ilg,;:;;-;~1t~JU.t<:,;1-N.z:T.J:}V.;1.qt{clW,-:-r~»:~ 
&:::t-~~-;}<J1(M~~qttk~{w.«;-:.,&{;g@t~f:t;.a1i;?.B 
o;:;r:g'.¥.J:::~<z::f;g·t:::.:U rt~g-c-?1;~4t'.'.Jc'::f;0 ~J~::ffi'J 
t!:f&.{½'..-:~B{ig:W,Jph.:.t1;fK>f?,?(Z.(-9:{f;q-Jttt1::{.:t:::-:; 
e,t;;tgqpff:JU:1:s-g~;;:~tg:::<::W.:.:rq~g.w::trJ"t-?:"; 
q;-r,;f:W@;~{;;,;:w.~.:q~7:11;;-;i¾:~.:~;1d~:;,:;·tf,,'01 

IGHD::, ... $.;.fYt I t·(;~Jt~J~t·tf:-~-·.;,·tuu,:-;:::::;F=:.1;;~;:;:;~;~A 1ri1:{::.~1:ttg~ 
e-;;att.ct=:~n::t4k..8·:'.={t9:itt;•::i:J%;t'X?0t;dt;(;i'3/:i% 
Z!Z~~t:¾{Jagt:;ggb:t-.::~gta ttr~ttgg¼r1IB 
~;:t~r;~'t:½,::;-,::2~t:;rtZ::";U~~o«:;lli.:t::t~:;~~g,~:~:c:.:u 
gtt(~1~):~{;f~{!f{·,.&g~{:t.n~~{;;):~l?,f-Y,-7.1{,,t,{'¢{;t 

r1&.1:~1fr,::,t_f-;..rr.trf'£-:::f-;:g:t{ir~8z.».~t,g?~r:::-c$t­
S::r.:z,::1f-tm:ttz-~-i-i(2~~;1v;-h?JM;t,?~.t:1tt 
lt:f::f~~u tw..•df-'Jm~i~}:::'t:fJo/.-:f'>:::-~f)9.&?:%.r:~'.:t-~} 
0t:::x::;-;~t~~h/.;t(2}£J 

(' .J H 

~;t::J:st~?,:.,Hm:;:~g-;;:.~_:::_:dw.;r~::-_~-1:1::YJW-:ti:·:;,zi:,J~J 
~ir:tw;~01trmi~t-:-2-:-:«/.,:-:t:1u&t--t@l-0r=t;Y/4w2-: 
=~~-t,11:-;~r«;:&Jtqr«lttrxz~o/:r.::~~-n.1:.nt-;fz.: 
cc-9:::.r:;-v.:.:::--.:;.x-:;tr::_·:ttr=-:}'Jf.:0:~:aptctx:-&~J:W}:;;g 
t~J0.1f~~g:g:(tp;:;gr,:t(l~:JfR-fP-tLf'{{{r?.-::'ctltt:~.:--=l0 
ctgt:-;p:;gi~ 

::-;::-:t:*;;9~::-;i::t:.~r:tg\t,(;:;:Y:Jr;:h;:,::~;?:;~.ati:.>::~:x;tttf) 
r-,,g{?ttf;l;}')~Z~tt::7.,:;:/t-J?ijl~{/.;f:'J•~Z~{,,..:tr,:t/:{:';?J9 

<BB•ggp::xJ-war$1::?P:;tct:::3:~tatt;::-~p;r~a-w 
:1t'J;}ta~::rat}t;:;::~i ~3't:c¥.1;r:.;rn~1:r;-1?;r.tr;2r;~Jf.f:j::t\~ 
~itt;,w7,;atctG~(Q:¼~!W-W.'l'.}:1/.;{;f?,$:;~~w;lt-r.:d 
gt:~z-Ar~ C'.fH'Y-?1~~&~~1::~{-J~ tfJ.~1;;1fF--0{~~f.:-C 
g:;~:z;:-~t:z:ttt<."t9tw;.;?,~{½:k:"* 

~ rx~·d~z; H'/0 l(;i H\I J~4:t 'flL I GH ,.f.J ~~x?. IGH[rl<?:{-; .)"(:; "l r.::.t,,Jz,;:p.,.r.tr:1,.·;m9~,a½ff fXJ:;t(r:;r:?11GM;{'.tttQ ~ rx.-t,;~~9&:.tacMfjl~{'::w;-r,;~ 1;:: ~7-~tlf;Z.:c-,dtt,;;:=:: 
~ ~(.:Bff.a~.;;1-·;::::48::-»d:-J!Kft;:t:;9k~~W:;,¼kt·z.~};'."fi fr,::ztta1}JfX:~'to/:<>£1~J;~9kt:~1::~008d;:t.:W]W 

!GH\IJ,4/Vi")S IIO·U4'!)? 

~!2~J:;-;t·tJga-:;tJ:rJ->«l::t:tdt i}h>w..::t:;.:)%":f-1 t;:7;; 80YJg9L1V,J~Jl:=J':Y:;t ::k·:t;:.::1fat;.::zd~r..mr;i%;~R 
ll'-:l;;,:,,;.::,,,:cJm:t<;,.:;j,:;1'-',1<l<:KJ,,l<,1<;;:,,,-r_.r,Jl:<::\,•8'tt 11i;tgc,y.;w:,}ilct,,c.tt».;,.,i;1,;lf;t<J!)-;~J',l'fl'.(;\l!,!l 
t~?.t;~.:::,-:;t(;i{:{:,::}.'.~,;.:;u,::~;,::;.a;_:::;¾:;{:,::::.:~W;¾:;(}l'-:;{7.,1":).::~ 

t::::t,gt~"1¼1:QW.{2J,f;t::::t·f;;t{2"1t:;I\W.tt}1/.;t,::::;::~"':'):: 
t:tj1trlU:;-,':~?tJ-:-~at~~:;~?::£tktanh~C5'::fj{:t~3r;tt1".,tt 
tu:;rw,tatJV,=¥:gt:t=J.rtrJ;.-::.~:;~:;~7:rJm~{~:;(;.Jgt 
C,%:1~1:;J/.i:t(;fj; 

1(;.Hrtt.·TT~1 I rr;i?-;.r-:~rrf?:F t:;;,;;r~::-:; t9a·: ttte".r-Jr,;c;;:~ t:tr~t#'J:::~,; 
t~11t:;i0:tw.>r~w.i»0tw:1·r.;w;-0::t."i,~~-r:0.rq7.Jg-;:= 
:r.:-:;;rstt:~B::tf.; r.:1 <.V.:.:rm r.:~:;:.%:&$'.;ff.:::,:x;2;r,..;za:1~~:.; 

0r~~trrl-:;t~re7,«rt~:;:zx1:::z~n:c~t{.f~f:~rr-x:-n~~1 
m::r::-:-;f~l':-tf{tfl».tm{.;t~~::f~.-WP.>.&tf?:'.';Wl~';f-;ttt 
t0-~t~r:~---:z.toctxfil?;oc-:-;.~ct9i";(?.8f'¼Z~f~9 
t!2½>:~d:::r.: t:-.::~t:.:;:::; n-ct<t~t~~ 

i";a:::t;:.gt'-:;t-:y.;;:::g:t-tij•:::?.-;:;:m::.::.::J-:¾;..:?.J?»!::~:=.:.:.;.t:::::-.2-:;:tr;:l.a 
t:-;·~{»-~&t:gtP-rC~afit=::t:rr1:::-mr;t:g~;;,:q;:::~t.{%(;.':, 
,: r,)attv.:t,;t;:r; ~a ,n 

gs;w.f(S;?;?;:~ :;:;.l?;~)~:;t{:: nr.t.ttrxa:::-:'{;~t l~<,Z~'.f-1;::C':G,U 
tfXi%3f::1{'{;.&t~u.rJ:arnr.::~:f¼'k:~;tr:7-,2r.,Ji}¼'r 
r-4:wtt,;::-a;:::£::nt:r..1:<;r~r-vz~;>(',3:?~::n<.:<j',:.;;1:nw.:r'!:tc 
-~rt;;tet(;ff_t,;e«~·:3:tf.;a.f~t;e:1x.x;tg,::z«~fr,}rx~r~:;;g: 
:~•cn·~wr1-r!J:t».tt:¥.-tf1 trF 

""O 
~ ..... 
('D 

= ..... 
t 
"e -.... (') 

~ ..... .... 
0 = 
""O = O" -.... (') 

~ ..... .... 
0 = 
"f'j 
('D 

?' .... 
(,H 
~ 

N 
0 .... 
.i;... 

rJJ 
=­('D 
('D ..... 
Ul .... 
0 .... 
Ul 
(,H 

c 
rJJ 
N 
0 .... 
.i;... 

---0 
0 
.i;... 
O'I 
0 
(,H 
1,0 

> .... 



Patent Application Publication 

i- ill : 
} 

II : Cl) 

"' 

a::: 
11

1

' 

" "" 

"'''''"''"''"''''''' ,,,,,, "'''' ''''''''"''"'' ,,,,,,, "''' 
'''''''"''"''"''''''''''''""''''''''''''"''"''''''''''"''' 

Feb.13,2014 Sheet 52 of 53 US 2014/0046039 Al 

~ 
~i' g ;;; 
";,h fil 0~ ,:❖ 

~)~ 

ntmm 

Hit 

"'''''''''"''' ''''''''''"''"''''''''''''" ~''''''''''"''"''"''''''''''''' "''''''''''''"''"''''''''' "'''''''' 
"'''''''''"''"''''''''''"''"''''''''''''" "l),,,,,,,,,,"''"''"''''''''''''""''''''''''''"''"''''''''' . "'''''''' 

FIGURE 16-2 



41 

~ 

~ 
;: 42 

I 
'CH 

43 

44 

,,:;g,1tatllt9 

tagtccgggdac 
t 

tgg9l)tggctltta 

ggttl 

ldtt 

gtgg(:('.tCC 

l¼\l-agaiw~:iac tg<ittalt;;rnoo'~ l~ggggccag,gga 
agt0_.-rn:;t~t19gg_ cag_· mW 8{.,ctgg w;dggg_ t(;.;lcc. 
!JCC.ilgggaa::d gttaccgtctr:dc gtdcctn,g 
gggtc®qJtctc ag 
dc&g 

t,iccllga<Jcclg I ,;gal;;,ltt. !g.ggtl!t !acdtgac:l.c~1g lt.ggg91x:c1ggg;;, •_•. 
11 ac.wgurtc.ctn 1Jrnl c.w9,19<a ~•(~:c,;,w,tc;;ir,c ·• 

@(l9CC"'(l!l98<i! C,;1;@{J,Jtc;JN·.(Jt qtctq;tWil' 

ccc,,;,m1tcar;;;,1t ctv:tcan 
dtdca-g 

u,cggtatggacg I tagtccgooctt!C ta<2QgtslgQ<l<2Q I ,ggggcc~>-lll99 ·• 
tct111:1 · tkt_wi,qwwn 1.c.tw_ .. 1_tlt(:aan i,(;,,aq)t.itc;;i,:,c •• 

g<l!)gt,tggggc fl'JaGcaC!JgV.;a jjtW.:,;;tca 

W-ilg'J\J"CCOC ccgicttcica 
99tcaGcgtc1.cd 
ca 

acticmg,1,x:,J I tggggt'J!J<:tlttc0 1acti1c1ttg,1t1~1 p,;igg911c:01ggg,1: 
gtrn,r;ctr.:cta,;i 1•::t..(.l1Jggr,rnggg1:1(~:rtt1ct(:tm,:;g•• 
,ll::tl:tg,iJ{J,('. i~itg l!a('.C(:tgcli;au; n<:IC:1::I:(: 
gg·gncaggya,a gndcctc 

1:lgg 

cc,:;tgct•~cc>1 n 
ctcctG 

""O 
~ ..... 
('D 

= ..... 
t 
"e -.... (') 

~ ..... .... 
0 = 
""O = O" -.... (') 

~ ..... .... 
0 = 
"f'j 
('D 

?' .... 
~ 
~ 

N 
0 .... 
.i;... 

rJJ 
=­('D 
('D ..... 
Ul 
~ 

0 .... 
Ul 
~ 

c 
rJJ 
N 
0 .... 
.i;... 

---0 
0 
.i;... 
O'I 
0 
~ 
1,0 

> .... 



US 2014/0046039 Al 

ANTIBODIES DIRECTED AGAINST 
INFLUENZA 

CROSS REFERENCE TO RELATED 
APPLICATIONS 

[0001] This application is a 371 USC filing oflnternational 
Application No. PCT/US 2012/020824 filed Jan. 10, 2012, 
which claims the benefit of priority to U.S. Provisional Appli­
cation No. 61/431,406, which applications are hereby incor­
porated by this reference in their entireties. 

GOVERNMENT SUPPORT 

[0002] This invention was made with government support 
under Grants U19-AI057266, U19 AI057266-06S2, 
RR025008, HHSN266200700006C and NIH/NIAID 
5U19AI062629-05 awarded by the National Institutes of 
Health. The Government has certain rights in the invention 

BACKGROUND 

[0003] Influenza is the seventh leading cause of death in the 
United States (Beige!, 2008). The elderly, the very young, 
pregnant women and otherwise immune-compromised popu­
lations account for over 90% of influenza-related deaths. The 
pandemic HlNl influenza virus strain is immunologically 
distinct from other influenza viruses, leaving large population 
groups susceptible to infection (Brockwell-Staats et al., 2009; 
Dawood et al., 2009; Garten et al., 2009; Hancock et al., 
2009). The CDC reports that the 2009 HlNl pandemic strain 
caused an estimated 60 million cases and 256,000 hospital­
izations. An unusually high frequency of severe disease 
occurred in younger and otherwise healthy patients (Hancock 
et al., 2009). In addition, rare infections with avian H5Nl 
influenza strains in humans had close to a 50% mortality rate 
(Subbarao and Joseph, 2007). Emergence of a zoonotic or 
antigenically distinct strain that combined even a fraction of 
the morbidity and mortality of the pandemic Hl Nl and H5Nl 
viruses would have dire consequences. Antibodies play a key 
role in protection against influenza infection in vivo (Gerhard 
et al., 1997; Luke et al., 2006; Puck et al., 1980; Simmons et 
al., 2007). The fact that there was little or no pre-existing 
antibody titers present prior to the emergence of this pan­
demic virus, and that the virus atypically caused such severe 
disease in young adults illustrates the importance of compre­
hensively understanding the B cell responses and antibody 
specificities induced by infection with this influenza virus. 

SUMMARY OF THE INVENTION 

[0004] Described herein are antibodies, antibody frag­
ments and peptides wherein the antibody or the antibody 
fragment or the peptide binds to an HA domain of influenza 
(e.g., HlNl, H5Nl or both) virus and comprises: (a) a VH 
CDRl comprising or consisting of an amino acid sequence 
identical to or having 1, 2, or 3 amino acid residue substitu­
tions or deletions relative to a VH CDRl in colunm J of Table 
2; (b) a VH CDR2 comprising or consisting of an amino acid 
sequence identical to or having 1, 2, or 3 amino acid residue 
substitutions or deletions relative to a VH CDR2 in colunm L 
of Table 2; ( c) a VH CDR3 comprising or consisting of an 
amino acid sequence identical to or having 1, 2, or 3 amino 
acid residue substitutions or deletions relative to a VH CDR3 
in column N of Table 2; (d) a VL CDRl comprising or 
consisting of an amino acid sequence identical to or having 1, 
2, or 3 amino acid residue substitutions or deletions relative to 
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a VL CDRl in colunm J of Table 2; ( e) a VL CDR2 compris­
ing or consisting of an amino acid sequence identical to or 
having 1, 2, or 3 amino acid residue substitutions or deletions 
relative to a VL CDR2 in colunm L of Table 2; and (f) a VL 
CDR3 comprising or consisting of an amino acid sequence 
identical to or having 1, 2, or 3 amino acid residue substitu­
tions or deletions relative to a VL CDR3 in colunm N ofTable 
2. 

[0005] In some cases the antibody, antibody fragment or 
peptide binds to the HA domain ofHlNl influenza. In some 
cases it binds the HA of H5Nl influenza. In some cases it 
binds the HA of both HlNl and H5Nl. Thus, the antibody, 
antibody fragment or peptide binds to the HA domain of two 
or more different subclasses of influenza A. The antibody, 
antibody fragment or peptide can cross-react with two differ­
ent influenza strains ( e.g., two or more different strains of 
HlNI such as the 2009 pandemic strain or the 1918 pandemic 
strain). In some cases, the antibody, antibody fragment or 
peptide may cross-react with three or more, five or more or ten 
or more different influenza strains. Thus, the antibody, anti­
body fragment or peptide binds to the HA domain (and in 
some cases can neutralize) two or more of the following HlNI 
strains: A/Brisb/59/07, A/BrMis/1/1918, A/Indo/5/05, 
A/NewCal/20/99 and a/So!Is/3/06. Some antibodies, anti­
body fragments and peptides immunospecifically bind to a 
particular type of influenza, e.g., HlNl or H5Nl. In some 
cases the antibody, antibody fragment or peptide immuno­
specifically binds to an influenza, e.g., influenza A, HA 
domain. 

[0006] Also described are purified antibodies, antibody 
fragments and peptides that bind to an HA domain of (e.g., 
HlNl, H5Nl or both) influenza virus and comprises: (a) a VH 
CDRl comprising or consisting of the amino acid sequence 
of a VH CDRl in colunm J of Table 2; (b) a VH CDR2 
comprising or consisting of the amino acid sequence of a VH 
CDR2 in colunm L of Table 2; ( c) a VH CDR3 comprising or 
consisting of the amino acid sequence of a VH CDR3 in 
colunm N ofTable 2; ( d) a VL CDRl comprising or consisting 
of the amino acid sequence ofVL CDRl in colunm J of Table 
2; (e) a VL CDR2 comprising or consisting of the amino acid 
sequence of a VL CDR2 in colunm L of Table 2; and (f) a VL 
CDR3 comprising or consisting of the amino acid sequence 
of a VL CDR3 in colunm N of Table 2. 

[0007] Also described is an isolated antibody or antibody 
fragment, wherein the antibody or the fragment: (i) comprises 
a VH chain domain comprising three CDRs and a VL chain 
domain comprising three CD Rs; and (ii) binds an HA domain 
of influenza virus (e.g., HlNl, H5Nl or both) wherein the 
three CDRs of the VH chain domain comprise: (a) a VH 
CDRl comprising the amino acid sequence of a VH CDRl in 
colunm J of Table 2; (b) a VH CDR2 comprising the amino 
acid sequence ofa VH CDR2 in colunm L of Table 2; and (c) 
a VH CDR3 comprising the amino acid sequence of a VH 
CDR3 in colunm N of Table 2. Also described is a purified 
antibody or antibody fragment, wherein the antibody or the 
fragment: (i) comprises a VH chain domain comprising three 
CDRs and a VL chain domain comprising three CDRs; and 
(ii) binds an HA domain ofinfluenza virus (e.g., H 1 Nl, H5Nl 
or both) wherein the three CDRs of the VL chain domain 
comprise: (a) a VL CDRl comprising the amino acid 
sequence ofVL CDRl in colunm J ofTable 2; (b) a VL CDR2 
comprising the amino acid sequence ofa VL CDR2 in colunm 
L of Table 2; and (c) a VL CDR3 comprising the amino acid 
sequence of a VL CDR3 in colunm N of Table 2. 
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[0008] Also described is a purified antibody or antibody 
fragment, wherein the antibody or the fragment binds the HA 
domain of an influenza virus ( e.g., HlNl, H5Nl or both) and 
comprises a heavy chain variable domain having an amino 
acid sequence identical to or comprising up to 10 ( e.g., up to 
9, 8, 7, 6, 5, 4, 3, 2 or 1) amino acid residue substitutions 
relative to the amino acid sequence of the heavy chain vari­
able domain ( colunm H) of a selected antibody in Table 2 and 
comprises a light chain variable domain having an amino acid 
sequence identical to or comprising up to 10 ( e.g., up to 9, 8, 
7, 6, 5, 4, 3, 2 or 1) amino acid residue substitutions relative to 
the amino acid sequence of the light chain variable domain 
(colunm H) of the selected antibody in Table 2. 
[0009] Also described is a purified antibody or antibody 
fragment, wherein the antibody or the fragment binds an HA 
domain of influenza virus (e.g., HlNl, H5Nl or both) and 
comprises a heavy chain variable domain having at least 90% 
or 95% identity to the amino acid sequence of the heavy chain 
variable domain ( colunm H) of a selected antibody in Table 2 
and comprises a light chain variable domain having at least 
90% or 95% identity to the amino acid sequence of the light 
chain variable domain ( colunm H) of the selected antibody in 
Table 2. 
[0010] Also described is a purified antibody or antibody 
fragment, wherein the antibody or the fragment binds an HA 
domain of influenza virus (e.g., HlNl, H5Nl or both) and 
comprises a heavy chain variable domain having the amino 
acid sequence of the heavy chain variable domain sequence 
( colunm H) of a selected antibody in Table 2 and the light 
chain variable domain having the amino acid sequence of the 
light chain variable domain sequence ( colunm H) of the 
selected antibody in Table 2. 
[0011] Also described is a purified antibody or antibody 
fragment, wherein the antibody or the fragment binds the 
same epitope on an HA domain of influenza virus (e.g., 
HlNl, H5Nl or both) as that bound by an antibody compris­
ing: (a) a heavy chain variable domain having the amino acid 
sequence of the heavy chain variable domain sequence (col­
unm H) of a selected antibody in Table 2; and (b) a light chain 
variable domain having the amino acid sequence of the light 
chain variable domain sequence ( colunm H) of the selected 
antibody in Table 2. 
[0012] Also described is a purified antibody or antibody 
fragment, wherein the antibody or the fragment binds to an 
HA domain of influenza virus (e.g., HlNl, H5Nl or both), 
comprising: (a) a polypeptide comprising an amino acid 
sequence identical to or having up to 5 amino acid substitu­
tions compared to a V-D-J sequence in colunm F of Table 2; 
and (a) a polypeptide comprising an amino acid sequence 
identical to or having up to 5 amino acid substitutions com­
pared to a V-J sequence in colunm G of Table 2. 
[0013] Also described is a purified antibody or antibody 
fragment, wherein the antibody or the fragment binds to an 
HA domain of influenza virus (e.g., HlNl, H5Nl or both), 
comprising: (a) a polypeptide comprising an amino acid 
sequence identical to or having up to 5 amino acid substitu­
tions compared to the V-D-J sequence in colunm F of Table 2 
of a selected antibody; and (a) a polypeptide comprising an 
amino acid sequence identical to or having up to 5 amino acid 
substitutions compared to a V-J sequence in colunm G of 
Table 2 of the selected antibody. 
[0014] In various embodiments the purified antibody binds 
the HA stalk; binds the HA globular head; neutralizes one or 
more strains HlNl influenza, one or more strains of H5Nl 
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influenza or one or more strains of both HlNl and H5Nl 
influenza; has hemagglutination inhibition activity; does not 
have hemagglutination inhibition activity; binds to at least 3 
Hl influenza strains selected from the strains in panel A of 
FIG. 8; binds to at least 5 Hl influenza strains selected from 
the strains in panel A of FIG. 8; is an IgG antibody; is an IgG 1 
antibody; is an IgGl, kappa antibody; is an IgGl, lambda 
antibody; is selected from an IgM, IgA, IgD and IgE anti­
body; is selected from a Fab, a F(ab')2 fragment, a Fd frag­
ment, an Fv fragment, a scFv, and a dAb fragment; is a 
monoclonal antibody; is a humanized antibody or a fully 
human antibody. 
[0015] In some cases the antibody, antibody fragment or 
peptide binds or binds and neutralizes HlNl and H1H5. 
[0016] In the case of an antibody, antibody fragment or 
peptide comprising a CDRl, CDR2 and CDR3 (VH or VL) 
having 1, 2, or 3 amino acid residue substitutions or deletions 
relative in Table 2 to a CDRl, CDR2 or CDR3 Table 2, in 
some cases the substitutions are conservative and in some 
cases deletions are contiguous and in some case are at the 
amino or carboxy terminus such that the CDR contains 2, 3, 4, 
5,6, 7,8,9, 10, 11, 12, 13, 14, 15, 16, 17, 18or19contiguous 
amino acids of a CDR depicted in Table 2. 
[0017] In certain cases the antibody, antibody fragment or 
peptide comprises the heavy chain and light chain CD Rs of an 
antibody selected from: 1009-3D06, 1009-3B05, 70-1F02 
and 70-3B03. 
[0018] In some cases the antibody, antibody fragment or 
peptide comprises: 
a) a CDRl comprising at least 7 contiguous amino acids of 
GMTSNSLA (SEQ ID NO. 1 ); a CDR2 comprising at least 7 
contiguous amino acids ofIIPVFETP (SEQ ID NO 2); and a 
CDR3 comprising at least 14 or 15 contiguous amino acids of 
ATSAGGIVNYYLSFNI; (SEQ ID NO. 3) 
b) a CDRl comprising GMTSNSLA (SEQ ID NO. 1); a 
CDR2 comprising IIPVFETP (SEQ ID NO 2); and a CDR3 
comprising ATSAGGIVNYYLSFNI (SEQ ID NO. 3) 
c) a heavy chain variable domain comprising: a CDRl com­
prising GMTSNSLA (SEQ ID NO. 1); a CDR2 IIPVFETP 
(SEQ ID NO. 2); and a CDR3 comprising ATSAG­
GIVNYYLSFNI (SEQ ID NO. 3); 
d) a heavy chain variable domain comprising: 

(SEQ ID NO. 4) 
QVQLVQSGAEVKKPGSSVKVSCKASGMTSNSLAISWVRQAPGQGLEWMG 

GIIPVFETPKYAQKFQGRVTITADKSTNTAYMDLISLKSEDTAMYYCA; 

e) a CDRl comprising at least 5 contiguous amino acids of 
QTITTW (SEQ ID NO. 5); a CDR2 comprising at least 2 
contiguous amino acids of KTS; and a CDR3 comprising at 
least 8 contiguous amino acids of QQYSTYSGT (SEQ ID 
NO. 6); 
f) a CDRl comprising QTITTW (SEQ ID NO. 5); a CDR2 
comprising KTS; and a CDR3 comprising QQYSTYSGT 
(SEQ ID NO. 6); 
g) a light chain variable domain comprising: a CDRl com­
prising QTITTW (SEQ ID NO. 5); a CDR2 comprising KTS; 
and a CDR3 comprising QQYSTYSGT (SEQ ID NO. 6); 
h) a light chain variable domain comprising: 

(SEQ ID NO. 7) 
DIQMTQSPSTLSASVGDRVTITCRASQTITTWLAWYQQKPGQAPKLLIH 

KTSTLETGVPSRFSGSGSGTQFTLTITNLQPDDSATYYCQQYSTY 
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[0019] In some cases the antibody, antibody fragment or 
peptide comprises: 
a) a CDRl comprising at least 8 contiguous amino acids of 
GGTSNNYP (SEQ ID NO. 8); a CDR2 comprising at least 7 
contiguous amino acids ofSIPIFNTP (SEQ ID NO. 9); and a 
CDR3 comprising at least 14 or 15 contiguous amino acids of 
ATSAGGIVNYFLLFDI (SEQ ID NO. 10) 
b) a CDRl comprising GGTSNNYP (SEQ ID NO. 8); a 
CDR2 comprising SIPIFNTP (SEQ ID NO. 9); and a CDR3 
comprisingATSAGGIVNYFLLFDI (SEQ ID NO. 10); 
c) a heavy chain variable domain comprising: a CDRl com­
prising GGTSNNYP (SEQ ID NO. 8); a CDR2 comprising 
SIPIFNTP (SEQ ID NO. 9); and a CDR3 comprising 
ATSAGGIVNYFLLFDI (SEQ ID NO. 10); 
d) a heavy chain variable domain comprising: 

(SEQ ID NO. 11) 
QVQLVQSGAELKKPGSSVKVSCKTSGGTSNNYPISWVRQAPGQGLEWMG 

GSIPIFNTPKYGKKFQGRVTITSDTSTSTAYMELSSLRSDDTAIYYCA; 

e) a CDRl comprising at least 5 contiguous amino acids of 
QSISDW (SEQ ID NO. 12); a CDR2 comprising at least 2 
contiguous amino acids ofKAS; and a CDR3 comprising at 
least 8 contiguous amino acids of QHYNTYSGT (SEQ ID 
NO. 13); 
f) a CDRl comprising QSISDW (SEQ ID NO. 12); a CDR2 
comprising KAS; and a CDR3 comprising QHYNTYSGT 
(SEQ ID NO. 13); 
g) a light chain variable domain comprising: a CDRl com­
prising QSISDW; a CDR2 comprising KAS; and a CDR3 
comprising QHYNTYSGT (SEQ ID NO. 13); 
h) a light chain variable domain comprising: 

( SEQ ID NO. 14) 
DIQMTQSPSTLSASVGDRVTIACRASQSISDWLAWYQQKPGKAPKLLIH 

KASSLESGVPSRFSGGGSGTEFTLTISSLQADDSATYYCQHYNTY. 

[0020] In some cases the antibody, antibody fragment or 
peptide comprises: 
a) a CDRl comprising at least 8 contiguous amino acids of 
GGIFRSNA (SEQ ID NO. 15); a CDR2 comprising at least 7 
contiguous amino acids ofIIAVFGTA (SEQ ID NO. 16); and 
a CDR3 comprising at least 14 or 15 contiguous amino acids 
of ARGPYYYGNSHLDF (SEQ ID NO. 17) 
b) a CDRl comprising GGIFRSNA (SEQ ID NO. 15); a 
CDR2 comprising IIAVFGTA (SEQ ID NO. 16); and a CDR3 
comprising ARGPYYYGNSHLDF (SEQ ID NO. 17); 
c) a heavy chain variable domain comprising: a CDRl com­
prising GGIFRSNA (SEQ ID NO. 15); a CDR2 comprising 
IIAVFGTA (SEQ ID NO. 16); and a CDR3 comprisingARG­
PYYYGNSHLDF (SEQ ID NO. 17); 
d) a heavy chain variable domain comprising: 

(SEQ ID NO. 18) 
QVQLVQSGAEVKKPGSSVKVSCRASGGIFRSNAISWVRQAPGQGLEWMG 

EIIAVFGTANYAQKFQGRVTITADESTSTAYMELSSLRSEDTAVYYCA; 

e) a CDRl comprising at least 5 contiguous amino acids of 
QSVSSNY (SEQ ID NO. 19); a CDR2 comprising at least 2 
contiguous amino acids of GAS; and a CDR3 comprising at 
least 8 contiguous amino acids of QQYGTSPRT (SEQ ID 
NO.20); 
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f) a CDRl comprising QSVSSNY (SEQ ID NO. 19); a CDR2 
comprising FAS; and a CDR3 comprising QQYGTSPRT 
(SEQ ID NO. 20); 
g) a light chain variable domain comprising: a CDRl com­
prising QSVSSNY (SEQ ID NO. 19); a CDR2 comprising 
GAS; and a CDR3 comprising QQYGTSPRT (SEQ ID NO. 
20); 
h) a light chain variable domain comprising: 

(SEQ ID NO. 21) 
EIVLTQSPGTLSLSPGERATLSCRASQSVSSNYLAWYQQKPGQAPRLLI 

YGASNRATGIPDRFSGSGSGTDFTLAISRLEPEDFAVYYCQQYGTSP. 

[0021] Also described is a sterile composition comprising 
the purified antibody or antibody fragment and a sterile com­
position comprising the purified antibody or antibody frag­
ment and a pharmaceutically acceptable carrier. 
[0022] Also described is an isolated nucleic acid encoding 
the antibody or antibody fragment; a vector comprising the 
nucleic acid; a host cell comprising the vector or nucleic acid. 
Also descried are method for reducing the risk of infection 
with HlNl and/or H5Nl influenza virus in a human subject, 
the method comprising administering the antibody or anti­
body fragment; a method for treating a human subject 
infected with HlNl and/or H5Nl influenza virus, the method 
comprising administering the antibody or antibody fragment; 
a method of preventing Hl Nl and/or H5Nl influenza disease 
in a human subject, said method comprising administering 
the antibody or antibody fragment; and a method of amelio­
rating one or more symptoms associated with an Hl Nl and/or 
HlNl influenza infection in a human subject, the method 
comprising administering the antibody or antibody fragment. 
[0023] Also described is an antibody that binds the same 
epitope of HA as does: 1009-3D06, 1009-3B05, 70-1F02 and 
70-3B03. Also described is a peptide that comprises the HA 
epitope bound by at least one of the following antibodies: 
1009-3D06, 1009-3B05, 70-1F02 and 70-3B03. Also 
described is a pharmaceutical composition (e.g., a composi­
tion capable of eliciting an immune response to HlNl) com­
prising: 1) a peptide that comprises the HA epitope bound by 
at least one of the following antibodies: 1009-3D06, 1009-
3B05, 70-1F02 and 70-3B03; 2) an adjuvant suitable for 
administering to a human patient. Also described is a method 
for eliciting an immune response in a patient by administering 
a peptide that comprises the HA epitope bound by at least one 
of the following antibodies: 1009-3D06, 1009-3B05, 
70-1F02 and 70-3B03; and an optional adjuvant suitable for 
administering to a human. 

DESCRIPTION OF THE FIGURES 

[0024] FIG. 1: Generation of human mAbs against pan­
demic HlNl influenza virus from infected patients. (FIG. lA 
is a representative ELISPOT. Numbers of plasmablasts 
secreting antibody reactive to pandemic Hl Nl is compared to 
the total number of IgG-secreting cells from each PBMC 
sample (numerals). All ELISPOT assays were performed in 
duplicate. FIG. 1B is a summary of all the donors analyzed; 
each dot represents one patient or control. Both FIG. lA and 
FIG. 1B shows Magnitude of the plasmablast response 
observed in peripheral blood of 6 pandemic HlNl infected 
patients and 22 healthy (non-infected/non-vaccinated) 
donors by ELIS POT analysis. FIG. 1 C shows they specificity 
of the sorted plasmablasts measured by ELISPOT analysis. 
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Representative ELISPOT showing plasmablasts producing 
antibodies reactive with total IgG or pandemic HlNl whole 
virus, annual influenza vaccine (2009/2010 TIV vaccine), or 
recombinant HA from pandemic HlNl, the previous year's 
annual vaccine HlNl strain (A/Brisbane/59/2007), or the 
previous year's H3N2 strain (A/Brisbane/10/2007). FIG. lD 
is a summary of the frequency of whole IgG secreting cells 
specific pandemic HlNl whole virus, recombinant HA from 
pandemic HlNl and recombinant HA from the previous 
year's vaccine. Donors EM! and SFl000 were not analyzed 
in this fashion as the antigens were not available for live-cell 
analyses at that time early in the pandemic. FIG. lE shows the 
sorting of plasmablast cells from pandemic HlNl influenza 
infected patients to generate mAbs. Flow cytometry plots 
show percentage of CD27h'CD38h' cells ( dot plots are gated 
on CD3-CD201o1

- lymphocytes). The plasmablasts are 
defined herein as CD3-CD201o1

- CD 19+CD38h'CD27h' cells. 
The right panel shows an example of post-sort purity of 
ungated cells (verified for each sample). Single plasma blasts 
were isolated from the sorted fraction by cell sorting, and 
variable antibody genes were cloned from individual cells 
(see Materials and Methods). (F, G) FIG. lF is scatchardplots 
of binding of the isolated mAbs to pandemic HlNl whole 
purified virus, FIG. lG is scatchardplots of binding of the 
isolated mAbs to pandemic HINI recombinant HA as mea­
sured by ELISA. Antibodies were scored positive (frequency 
above plots) if they bound at least 2 standard deviations 
greater than the mean absorbance of naive B cell antibodies at 
10 ug/ml ( detailed in FIG. 7 A). Antibodies were tested at 10 
ug/ml and 3-fold serial dilutions until a non-binding concen­
tration was determined. Each antibody was tested in at least 
two ( and typically more) replicates for specificity and affinity 
estimations. *Note that only 14 ofl 5 HA-binding antibodies 
have curves in FIG. lG, because one of the HA-reactive 
antibodies only binds HA on whole virions, not on the recom­
binant protein. 

[0025] FIG. 2. Plasmablasts induced by pandemic HlNl 
infection are highly cross-reactive and have accumulated par­
ticularly high levels of variable gene somatic hypermutation. 
FIG. 2A shows Pandemic HlNl reactive mAbs isolated from 
infected patients (1000, EM, 70, 1009) were assayed for 
binding to annual HlNl influenza strain whole virus. The 
minimum detectable concentration is defined as two standard 
deviations above the mean binding of 48 randomly chosen 
naive B cell antibodies (FIG. 7A). Bars are color coded to 
approximate levels of cross-reactivity to the annual vaccine 
( circulating) strains of recent years. In FIG. 2B Panels A and 
B use the same color scheme. Each value is representative of 
at least two replicate ELISAs repeated until a single consis­
tent minimum concentration was established. Center numeral 
equals total antibodies. FIG. 2C is an analysis of the variable 
gene sequences from plasmablasts of the four pandemic 
HlNl infected patients indicated that approximately 16.5% 
of the pandemic HlNl induced plasmablasts were clonally­
related (shared identical VH and JH genes and CDR3 junc­
tions). FIG. 2D shows the average number of somatic hyper­
mutations in the pandemic Hl Nl patient plasmablast variable 
region genes compared to primary IgG plasma blast responses 
to vaccinia ( small pox) or the anthrax vaccine, or after at least 
4 boosters with the anthrax vaccine. To account for the obvi­
ous outlier in the pandemic HlNl group (patient-EM), 
median values are indicated by the bar. Students t-tests 
excluding the outlier indicated a p-value of <0.04 for the 
remaining five pandemic HlNl samples compared to the IgG 
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memory and GC cells or the primary IgG plasmablast 
responses (0.2 with EM included), and <0.0001 against the 
IgM populations. Notably, besides patient-EM, each indi­
vidual set ofVH genes averaged significantly more mutations 
than the IgG memory and GC or the primary responses (FIG. 
9A). Each point represents one individual donor and is aver­
aged from 25 to 7 5 sequences except for the primary response 
to anthrax from which only 10 VH genes could be cloned 
from single cells do to the highly limited response. Mutations 
accumulated per individual sequence are depicted in FIG. 9. 
Detailed sequence characteristics are provided in FIGS. 
11-13 for antibodies confirmed as binding H 1 NI and in FI GS. 
14-16 for antibodies that have not been characterized. The 
naive, IgG and IgM GC and memory populations are derived 
from historical data (Koelsch et al., 2007; Wrammert et al., 
2008; Zheng et al., 2005; Zheng et al., 2004). 

[0026] FIG. 3. HA specific antibodies induced by pandemic 
HlNl infection bind cross-reactive neutralizing epitopes.) 
FIG. 3A shows In vitro functional analysis of 15 antibodies 
from indicated patients that bound pandemic HlNl influenza 
recombinant HA protein. The left panel shows HAI (HA­
inhibition) minimum effective antibody concentration, the 
middle panel shows PRNT50 plaque reduction neutralization 
minimum effective antibody concentration, and the right 
panel shows ELISA binding summarized as minimum posi­
tive concentration (defined for FIG. 2) against recombinant 
HA (original curves are in FIG. lF and FIG. SA). The anti­
bodies are grouped based on whether they show HAI and/or 
neutralizing (neut) function. Antibody 1009-3B06 was only 
tested for binding to whole virus as this antibody did not bind 
to rHA due to binding of a quaternary or conformationally 
sensitive epitope that is not present in the recombinant pro­
tein. HAI and neutralization assays were performed in dupli­
cate and repeated at least three times. ELISA curves are 
provided in FIG. SA. FIG. 3B shows ELISA binding as shown 
by minimum positive concentration (defined for FIG. 2) of 
neutralizing mAbs to rHA or whole virions from pandemic 
HlNl or other influenza strains (ELISA binding curves are 
provided in FIG. SA). Three binding patterns ( epitopes 1 and 
2, and 3) were observed that coincided with specificity com­
parisons by competitive ELISA as illustrated in FIG. 4A. FIG. 
3C is representative neutralizing antibodies (EM-4C04, 
70-1 F02, 1009-3B06) were used for HAI and micro-neutral­
ization (MN) activity against pandemic HlNl and several 
other annual or laboratory HlNl influenza strains. Experi­
ments were performed in duplicates and repeated at least 
three times. Minimum effective concentration is shown for 
both assays. 

[0027] FIG. 4. The neutralizing antibodies bind to three 
non-overlapping epitopes in either the stalk or the globular 
head of the HA molecule. In FIG. 4A, competition ELISA 
assays were used to determine the similarity in specificity 
between the various neutralizing antibodies. Shown is the 
percent competition of each antibody in an ELISA binding 
assay against all other neutralizing antibodies. A ten-fold 
molar excess of unlabeled antibody was used to inhibit a 
biotinylated antibody. Percent competition is calculated as 
the reduction in absorbance relative to the level of inhibition 
of any particular antibody against itself. Colors indicate 
degree of inhibition of antibody binding as indicated. Anti­
body Cl 79 is a commercial antibody that binds to the stalk 
region of the HA molecule identifying epitope-1. Epitope-2 
and -3 are each on the HA-head active site. 1000-2G06 and 
the non-neutralizing but HA binding antibodies had no com-
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petition with any of the other HA-reactive antibodies and are 
therefore not shown. VH gene usage of the individual anti­
bodies is listed on the right. All assays were performed in 
duplicate. In FIG. 4B, plasmids encoding full-length wild 
type (WT) H5-TH04 (A/Thailand/2-SP-33/2004 (H5Nl)) 
and its mutants were transiently transfected into 293T cells. 
24 hours after transfection, cells were harvested for FACS 
analysis, and binding ofindicated antibodies were tested at 10 
µg/mL. The cell surface HA expression of each of the mutants 
were verified with a ferret anti-H5Nl serum ( data not shown). 
Antibody F 10 was one of the antibodies used to characterize 
the HA-stalk epitope by X-ray crystallography (Sui, 2009) 
and served as a positive control for the binding pattern 
expected of HA stalk reactive antibodies to these HA mutants. 

[0028] FIG. 5. In vivo prophylactic and therapeutic efficacy 
of human mAbs against pandemic HlNl influenza virus. 6-8 
week old Balb/c mice were infected with a 3xLD50 dose of 
highly pathogenic, mouse-adapted 2009 pandemic HlNl 
influenza (A/California/04/09). 24, 48 and 60 hours after 
infection 200 ug (10 mg/kg of body weight) of EM-4C04, 
70-F02 or 1009-3B06 human mAb were injected intraperito­
neally. All mice were monitored daily for body weight 
changes and any signs of morbidity and mortality. Percent of 
initial body weight is plotted and number of surviving mice is 
shown in the lower right of each plot. Infected, untreated mice 
showed clear signs of sickness around day 4-5 post-infection 
and perished by day 8-9. Prophylactic treatment is shown on 
the left for comparison. Antibody treatment conferred signifi­
cant protection as determined by comparison of weights in 
untreated versus prophylaxis, and at the time of treatment 
versus 12 days post-infection (unpaired, two-tailed students 
t-test p<0.05). The log-rank test indicated significant survival 
as well (p<0.001). Figure shows one representative experi­
ments of at least three independent repeat experiments. 

[0029] FIG. 6. Breadth of in vivo prophylactic efficacy in 
mice. 6-8 week old Balb/c mice were treated with 200 ug (10 
mg/kg of body weight) EM-4C04, 70-1F02 or 1009-3B06 
human mAb intra-peritoneally, Control mice were treated 
with PBS only, a control mAb or polyclonal human IgG. 12 
hours later they were challenged with a 3xLD50 dose of 
mouse adapted pandemic HlNl, PR/8/34 or FM/1/47 influ­
enza virus. All mice were monitored daily for body weight 
changes and any signs of morbidity and mortality. Percent of 
initial body weight (left) and survival curves (right) are plot­
ted. Infected, untreated mice showed clear signs of sickness 
around day 4-5 post infection and perished by day 8-9. Figure 
shows one representative experiments of at least three inde­
pendent repeat experiment. Antibody treatment conferred 
significant protection as determined by comparison of 
weights in untreated versus prophylaxis, and at the time of 
treatment versus 12 days post-infection (unpaired, two-tailed 
students t-testp<0.05). The log-rank test indicated significant 
survival as well (p<0.003). 

[0030] FIG. 7. Binding characteristics of control mAbs. In 
FIG. 7 A, Naive antibody cross-reactivity levels were used to 
establish thresholds for scoring antibodies as positive against 
the pandemic HlNl influenza strains. A set of 48 naive anti­
bodies were screened by ELISA for binding to the pandemic 
HlNl influenza strain at concentrations beginning at 10 
ug/ml and three 3-fold dilutions (the same initial concentra­
tion used to test the anti-HIN! plasmablast antibodies). We 
assigned the minimum binding threshold at 2 standard devia­
tions (2xSD) above the mean absorbance for the naive anti­
bodies at 10 ug/ml (left). Overall binding of curves of the 
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naive antibodies relative to this threshold are also provided. 
All ELISA assays were performed in duplicate. In FIG. 7B, 
annual vaccine induced antibodies generated against past 
influenza strains prior to the 2009 pandemic HlNl pandemic 
are only approximately one-third (22%) as likely to cross­
react with the pandemic HlNl strain than the inverse (FIGS. 
2A and 2B, 63% of the pandemic HlNl-induced antibodies 
cross-react with past annual strains). We had generated 50 
mAbs following annual vaccination prior to the pandemic. 
Binding of these pre-pandemic mAbs to annual strains is 
presented in the left panel and to the pandemic H 1 N 1 strain on 
the right panel. These analyses were performed at least twice. 
[0031] FIG. 8. Binding characteristics of the neutralizing 
mAbs. (A)In FIG. SA, ELISA binding curves for multiple 
recombinant HA proteins and whole purified virus from dif­
ferent influenza strains for the 11 mAbs that neutralize pan­
demic HlNl infectivity in vitro. These data were used for the 
summary analysis in FIG. 3 panels A and C. The ELISA 
assays were perform at least twice. In FIG. SB, Antibody 
avidities were determined by Biacore Surface Plasmon Reso­
nance (SPR) and ELISA. Antibodies 1009-3 B06, 1000-3EO 1, 
and 1000-2G06 could not be determined because these mAbs 
did not bind to the recombinant HA protein from baculovirus 
sufficiently well for SPR. Avidities for these mAbs and for the 
antibodies that did not neutralize infection in vitro were esti­
mated by Scatchard plot analyses of ELISA data (shown in 
parentheses). Three replicates were performed for the SPR 
analyses. 
[0032] FIG. 9. Pandemic HlNl induced plasmablasts have 
accumulated large numbers of somatic mutations. In FIG. 9A, 
similar to the results based on mutations averaged by donor, 
mutation frequency considered by each individual VH gene 
are also particularly high in the pandemic Hl Nl patient plas­
ma blast samples, comparable to annual influenza and 
repeated anthrax-booster responses. FIG. 9B shows an analy­
sis of the variable gene repertoire indicated that cross-reactive 
antibodies binding pandemic HlNl better than annual HlNl 
strains have significantly more combined VH and VL muta­
tions, suggesting accumulation after further affinity matura­
tion of memory cells. Extraction of mutation numbers from 
the broadly cross-reactive antibodies indicates that in general 
they are from highly mutated variable genes as well. Statis­
tical comparisons were made using student's t tests. The data 
points (variable genes) are grouped by hypothetical origins as 
described in the text. In total, the variable genes encoding 
cross-reactive antibodies as a single grouping also had sig­
nificantly more somatic mutations than the pandemic HlNl 
specific antibody genes (p=0.03 ). The frequency of mutations 
was significantly greater than the IgG controls for all donors 
except EM (t-test p<0.05). 
[0033] FIG. 10. Therapeutic control of pandemic HlNl 
viral titers in lungs after mAb treatment. 6-8 week old Balb/c 
mice were infected with a lethal 3xLD50 dose of mouse 
adapted pandemic HlNl and treated with 200 ug given i.p. 
EM4C04 48 hours later. Lung tissue was removed from 
groups of 5 mice per timepoint at 4, 6 and 12 days post 
infection. Lung viral titers were determined by plaque assay 
on MDCK cells and are reported as pfu per gram tissue. 
[0034] FIG. 11 (Table 2). Amino acid sequence information 
for HlNl binding antibodies. Table 2 provides detailed infor­
mation, including sequence information, about each of the 
antibodies that were confirmed to bind influenza. Each anti­
body is identified in Col. A by antibody name and an indica­
tion of whether the heavy or light chain is being described. 
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Heavy chains are indicated by Hl, H2 or H3 and light chains 
are indicated by Kl, K2, K3 or K4 at the end of the identifier 
in Col. A. Thus, line 2 of Table 2 describes 1000-1B02H, 
which is a heavy chain for one of the cloned antibodies, and 
line 3 of Table 2 describes 1000-1B02K2, which is the light 
chain for the same antibody. Accordingly, each pair of lines 
(e.g. 2/3, 4/5, 5/6, 8/9. 10/11, 12/13, 14/15, 16/17, 18/19, 
20/21, 22/23, 24/25, 26/27, 28/29, 20/31, 32/33, 34/35, 36/37, 
38/39, 40/41, 42/43, 44/45, 46/47, 48/49, 50/51, 52/53, 54/55, 
56/57, 58/59, 60/61, 62/63, 64/65, 66/67, 68/69, 70/71, 72/73, 
74/75, 76/77, 78/79, 80/81, 82/83, 84/85, 86/87, 88/89, 90/91, 
and 92/93) represent paired heavy and light chains from a 
cloned human antibody. Col. B indicates whether the clone 
was productive. Col. C provides the V gene and V gene allele; 
Col. E provides the J gene and J allele. Col. E provides the D 

gene and allele (for heavy chains). Col. F provides the V-D-J 
region amino acid sequence (for heavy chains). Col. G pro­
vides the V-J region amino acid sequence (for light chains). 
Col. H provides the V-region amino acid sequence. Col. I 
provides the FRI amino acid sequence. Col. J provides the 
CDRl amino acid sequence. Col. K provides the FR2 amino 
acid sequence. Col. L provides the CDR2 amino acid 
sequence. Col. M provides the FR3 amino acid sequence. Col. 
N provides the CDR3 amino acid sequence. Col. 0 provides 
the junction amino acid sequence. Col. P provides the J-re­
gion amino acid sequence. Col. Q provides the FR4 amino 
acid sequence. In this table the information for the heavy 
chain of 1000-3D04 (rows labeled 1000-3D0H2) should be 
replaced with the following information: 
[0035] V gene and allele: IGHVl-69*01 F; J gene and 
allele: IGHJ6*03 F; D gene and allele: 

IGHD3-3*01 F; V-D-J region, 
(SEQ ID NO. 22) 

QVQLVQSGAEVKKPGSSVKVSCRASGGTFSSFAVSWVRQAPGQGLEWMGGIIGMF 

GTTKYAQRFLGRVTITADESTSSAYMELSSLTSEDTAVYYCARPGDYRTIRYYHFF 

MDVWGKGTTVTVSS; 

V region: 
(SEQ ID NO. 23) 

QVQLVQSGAEVKKPGSSVKVSCRA 

SGGTFSSFAVSWVRQAPGQGLEWMGGIIGMFGTTKYAQRFLGRVTITADESTSSAY 

MELSSLTSEDTAVYYCAR; 

FRl-IMGT, 
(SEQ ID NO. 24) 

QVQLVQSGAEVKKPGS 

SVKVSCRAS; 

CDRl-IMGT, 
(SEQ ID NO. 25) 

GGTFSSFA; 

FR2-IMGT, 
(SEQ ID NO. 26) 

VSWVRQAPGQGLEWMGG; 

CDR2-IMGT, 
(SEQ ID NO. 27 

IIGMFGTT; 

FR3-IMGT, 
(SEQ ID NO. 28) 

KYAQRFLGRVTITADESTSSAYMELSSL 

TSEDTAVYYC; 

CDR3-IMGT, 
(SEQ ID NO. 29) 

ARPGDYRTIRYYHFFMDV; 

JUNCTION, 
(SEQ ID NO. 30) 

CARPGDYRTIRYYHFFMDVW; 

J-REGION, 
(SEQ ID NO. 31) 

FFMDVWGKGTTVTVSS; 
and 

FR4-IMGT, 
(SEQ ID NO. 32) 

WGKGTTVTVSS. 
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[0036] FIG. 12 (Table 3). General information for HlNI 
binding antibodies. Table 3 provides additional information 
about the antibodies in Table 2 (FIG. 11). ColumnsA-C are as 
in Table 2. Column D is the V-region score; column E is the 
V-region % identity; column F is the V-region % identify at 
the nucleotide level; column G is the J-gene and allele; col­
umn I is the J-region % identity; column J is the J-region % 
identify at the nucleotide level; column K is the D-gene and 
allele; column Lis the D-region reading frame; column Mis 
the CDRl-imgt length; column N is the CDR2-imgt length; 
column O is the CDR3-imgt length; column Pis the CDR­
imgt lengths; column Q is the FR-imgt length; column R is the 
AA junction; column S indicates the frame of the junction; 
column T indicates the orientation; column Uhas function­
ality comments; column V has information regarding the 
potential for V-region inserts or deletions; column W has 
comments on the J-gene and allele; and column X provides 
the nucleotide sequence. 
[0037] FIG.13 (Table 4). Nucleotide sequence information 
for HINI binding antibodies. Table 4 provides additional 
information about the antibodies in Table 2 (FIG. 11). Col­
umnsA-E are as in Table 2. Col. F provides the V-D-J region 
nucleotide sequence (heavy chains). Col. G provides the V-J 

V-D-J-REGION, 
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region nucleotide sequence (for light chains). Col. H provides 
the V-region nucleotide sequence. Col. I provides the FRI 
nucleotide sequence. Col. J provides the CDRI nucleotide 
sequence. Col. K provides the FR2 nucleotide sequence. Col. 
L provides the CDR2 nucleotide sequence. Col. M provides 
the FR3 nucleotide sequence. Col. N provides the CDR3 
nucleotide sequence. Col. 0 provides the junction nucleotide 
sequence. Col. P provides the 3' V-region nucleotide 
sequence. Col. Q provides the N and D region nucleotide 
sequence. Column R provides the P 3'V nucleotide sequence. 
Column S provides the N-region nucleotide sequence. Col­
umn T provides the NI-region nucleotide sequence. Column 
U provides the P 5'D nucleotide sequence. Column V pro­
vides the D-region nucleotide sequence. Column W provides 
the P 3'D-regionnucleotide sequence. ColumnX provides the 
N2-region nucleotide sequence. Column Y provides the P 5' J 
nucleotide sequence. Column Z provides the 5'J-region 
nucleotide sequence. Column AA provides the D-J-region 
nucleotide sequence. Column AB provides the J-region 
nucleotide sequence. Column AC provides the FR3 nucle­
otide sequence. In this table the information for the heavy 
chain of I000-3D04 (rows labeled I000-3D0H2) should be 
replaced with the following information. 

(SEQ ID NO. 33) 

caggtgcagctggtgcagtctggggctgaggtgaagaagcctgggtcctccgtgaaggtctcctgcagggcgtctggaggcacct 

tcagcagctttgctgtcagctgggtgcgacaggcccctggacaaggacttgaatggatgggagggatcatcggtatgtttgggaca 

acaaaatacgcacagaggttcctgggcagagtcacgattaccgcggacgagtctacgagctcagcctacatggagctgagcagcc 

tgacatctgaggacacggccgtgtattattgtgcgagaccgggtgattatcgaaccattagatactatcacttettcatggacgtctggg 

gcaaagggaccacggtcaccgtctcctca 

V-REGION, 

(SEQ ID NO. 34) 

Caggtgcagctggtgcagtctggggctgaggtgaagaagcctgggtcctccgtgaaggtctcctgcagggcgtctggaggcacc 

ttcagcagctttgctgtcagctgggtgcgacaggcccctggacaaggacttgaatggatgggagggatcatcggtatgtttgggaca 

acaaaatacgcacagaggttcctgggcagagtcacgattaccgcggacgagtctacgagctcagcctacatggagctgagcagcc 

tgacatctgaggacacggccgtgtattattgtgcgaga 

FRl-IMGT, 

(SEQ ID NO. 35) 

caggtgcagctggtgcagtctggggctgaggtgaagaagcctgggtcctccgtgaaggtctcctgcagggcgtct 

CDRl-IMGT, 

(SEQ ID NO. 36) 

ggaggcaccttcagcagctttgct 

FR2-IMGT, 

(SEQ ID NO. 37) 

gtcagctgggtgcgacaggcccctggacaaggacttgaatggatgggaggg 

CDR2-IMGT, 

(SEQ ID NO. 38) 

atcatcggtatgtttgggacaaca 

FR3-IMGT, 

(SEQ ID NO. 39) 

aaatacgcacagaggttcctgggcagagtcacgattaccgcggacgagtctacgagctcagcctacatggagctgagcagcctga 

catctgaggacacggccgtgtattattgt 
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-continued 

CDR3-IMGT, 
(SEQ ID NO. 40) 

gcgagaccgggtgattatcgaaccattagatactatcacttcttcatggacgtc 

JUNCTION, 

(SEQ ID NO. 41) 

tgtgcgagaccgggtgattatcgaaccattagatactatcacttcttcatggacgtctgg 

3'V REGION, 

tgtgcgaga 

(N-D)-J-REGION, 
(SEQ ID NO. 42) 

ccgggtgattatcgaaccattagatactatcacttcttcatggacgtctggggcaaagggaccacggtcaccgtctcctca 

(N-D)-REGION, 

ccgggtgattatcgaaccattagatactatc 

Nl-REGION, 

ccgg 

D-REGION, 

gtgattatcgaacc 

N2-REGION, 

attagatactatc 

5'J-REGION 

acttcttcatggacgtctgg 

D-J-REGION, 

(SEQ ID NO. 43) 

(SEQ ID NO. 44) 

(SEQ ID NO. 45) 

(SEQ ID NO. 46) 

(SEQ ID NO. 47) 

gtgattatcgaaccattagatactatcacttettcatggacgtctggggcaaagggaccacggtcaccgtctcctca 

J-REGION, 

acttcttcatggacgtctggggcaaagggaccacggtcaccgtctcctca 

FR4-IMGT, 

tggggcaaagggaccacggtcaccgtctcctca 

[0038] FIG.14 (Table 5).Amino acid sequence information 
for antibodies not tested for HlNl binding. Table 5 provides 
detailed information, including sequence information, about 
certain antibodies that were not tested for binding to influ­
enza. Each antibody is identified in Col. A by antibody name 
and an indication of whether the heavy or light chain is being 
described. Heavy chains are indicated by Hl, H2 or H3 and 
light chains are indicated by Kl, K2, K3 or K4 at the end of 
the identifier in Col. A. Col. B indicates whether the clone was 
productive. Column C provides the V gene and V gene allele. 
Colunm D provides the J gene and J allele. Colunm. E pro­
vides the D gene and allele (for heavy chains). Colunm F 
provides the V-D-J region amino acid sequence (for heavy 
chains). Column G provides the V-J region amino acid 
sequence (for light chains). Column H provides the V-region 
amino acid sequence. Colunm I provides the FRI amino acid 
sequence. Colunm provides the CDRl amino acid sequence. 
Colunm K provides the FR2 amino acid sequence. Column L 
provides the CDR2 amino acid sequence. Column M pro­
vides the FR3 amino acid sequence. Colunm N provides the 
CDR3 amino acid sequence. Colunm O provides the junction 
amino acid sequence. Colunm P provides the J-region amino 
acid sequence. Colunm Q provides the FR4 amino acid 
sequence. 
[0039] FIG. 15 (Table 6). General information for antibod­
ies not tested for HlNl binding. Table 6 provides additional 

(SEQ ID NO. 48) 

(SEQ ID NO. 49) 

information about the antibodies in Table 5 (FIG. 14). Col­
unms A-Care as in Table 5. Colunm Dis the V-region score; 
column Eis the V-region % identity; colunm Fis the V-region 
% identify at the nucleotide level; colunm G is the J-gene and 
allele; colunm I is the J-region % identity; colunm J is the 
J-region % identify at the nucleotide level; colunm K is the 
D-gene and allele; colunm L is the D-region reading frame; 
column Mis the CDRl-imgt length; colunm N is the CDR2-
imgt length; column O is the CDR3-imgt length; colunm Pis 
the CDR-imgt lengths; column Q is the FR-imgt length; col­
unm R is the AA junction; colunm S indicates the frame of the 
junction; colunm T indicates the orientation; colunm U has 
functionality comments; colunm Vhas information regarding 
the potential for V-region inserts or deletions; colunm W has 
comments on the J-gene and allele; and colunm X provides 
the nucleotide sequence. 

[0040] FIG. 16 (Table 7). Nucleotide sequence information 
for antibodies not tested for HlNl binding. Table 7 provides 
additional information about the antibodies in Table 5 (FIG. 
14). ColunmsA-E are as in Table 5. Col. F provides the V-D-J 
region nucleotide sequence (heavy chains). Col. G provides 
the V-J region nucleotide sequence (for light chains). Col. H 
provides the V-region nucleotide sequence. Col. I provides 
the FRI nucleotide sequence. Col. J provides the CDRl 
nucleotide sequence. Col. K provides the FR2 nucleotide 
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sequence. Col. L provides the CDR2 nucleotide sequence. 
Col. M provides the FR3 nucleotide sequence. Col. N pro­
vides the CDR3 nucleotide sequence. Col. 0 provides the 
junction nucleotide sequence. Col. P provides the 3' V-region 
nucleotide sequence. Col. Q provides the N and D region 
nucleotide sequence. Column R provides the P 3'V nucleotide 
sequence. Column S provides the N-region nucleotide 
sequence. Column T provides the NI-region nucleotide 
sequence. Column U provides the P 5'D nucleotide sequence. 
Column V provides the D-region nucleotide sequence. Col­
umn W provides the P 3'D-region nucleotide sequence. Col­
umn X provides the N2-region nucleotide sequence. Column 
Y provides the P 5' J nucleotide sequence. Column Z provides 
the 5'J-region nucleotide sequence. Column AA provides the 
D-J-region nucleotide sequence. Column AB provides the 
J-region nucleotide sequence. Column AC provides the FR3 
nucleotide sequence. 

DETAILED DESCRIPTION 

[0041] The present invention provides antibodies, includ­
ing human and/or humanized forms, as well as fragment, 
derivatives/conjugates and compositions thereof that bind to 
an HA domain of the HlNl influenza virus. Certain of the 
antibodies can neutralize multiple HlNl strains and certain 
antibodies can neutralize multiple HlNl and H5Nl strains. 
Anti-influenza antibodies are also herein referred to as anti­
bodies of the invention. 
[0042] As used herein, the terms "antibody" and "antibod­
ies", also known as immunoglobulins, encompass mono­
clonal antibodies (including full-length monoclonal antibod­
ies), spolyclonal antibodies, multi specific antibodies formed 
from at least two different epitope binding fragments ( e.g., 
bispecific antibodies), human antibodies, humanized anti­
bodies, camelised antibodies, chimeric antibodies, single­
chain Fvs ( scFv), single-chain antibodies, single domain anti­
bodies, domain antibodies, Fab fragments, F(ab')2 fragments, 
antibody fragments that exhibit the desired biological activity 
(e.g. the antigen binding portion), disulfide-linked Fvs 
(dsFv), and anti-idiotypic (anti-Id) antibodies (including, 
e.g., anti-Id antibodies to antibodies of the invention), intra­
bodies, and epitope-binding fragments of any of the above. In 
particular, antibodies include immunoglobulin molecules and 
immunologically active fragments ofimmunoglobulin mol­
ecules, i.e., molecules that contain at least one antigen-bind­
ing site. Immunoglobulin molecules can be of any isotype 
(e.g., IgG, IgE, IgM, IgD, IgA and IgY), subisotype (e.g., 
IgGl, IgG2, IgG3, IgG4, IgAl and IgA2) or allotype (e.g., 
Gm, e.g.,Glm(f, z, aorx), G2m(n), G3m(g, b,orc),Am, Em, 
and Km(l, 2 or 3)). Antibodies may be derived from any 
mammal, including, but not limited to, humans, monkeys, 
pigs, horses, rabbits, dogs, cats, mice, etc., or other animals 
such as birds (e.g. chickens). 
[0043] Native antibodies are usually heterotetrameric gly­
coproteins of about 150,000 daltons, composed of two iden­
tical light (L) chains and two identical heavy (H) chains. Each 
light chain is linked to a heavy chain by one covalent disulfide 
bond, while the number of disulfide linkages varies between 
the heavy chains of different immunoglobulin isotypes. Each 
heavy and light chain also has regularly spaced intrachain 
disulfide bridges. Each heavy chain has at one end a variable 
domain (VH) followed by a number of constant domains 
(CH). Each light chain has a variable domain at one end (VL) 
and a constant domain (CL) at its other end; the constant 
domain of the light chain is aligned with the first constant 
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domain of the heavy chain, and the light chain variable 
domain is aligned with the variable domain of the heavy 
chain. Light chains are classified as either lambda chains or 
kappa chains based on the amino acid sequence of the light 
chain constant region. The variable domain of a kappa light 
chain may also be denoted herein as VK. 
[0044] The antibodies of the invention include full length or 
intact antibody, antibody fragments, native sequence anti­
body or amino acid variants, human, humanized, post-trans­
lationally modified, chimeric or fusion antibodies, immuno­
conjugates, and functional fragments thereof. The antibodies 
can be modified in the Fe region to provide desired effector 
functions or serum half-life. As discussed in more detail in the 
sections below, with the appropriate Fe regions, the naked 
antibody bound on the cell surface can induce cytotoxicity, 
e.g., via antibody-dependent cellular cytotoxicity (ADCC) or 
by recruiting complement in complement dependent cytotox­
icity (CDC), or by recruiting nonspecific cytotoxic cells that 
express one or more effector ligands that recognize bound 
antibody on a influenza cell and subsequently cause phago­
cytosis of the influenza cell in antibody dependent cell-me­
diated phagocytosis (ADCP), or some other mechanism. 
Alternatively, where it is desirable to eliminate or reduce 
effector function, so as to minimize side effects or therapeutic 
complications, certain other Fe regions may be used. The Fe 
region of the antibodies of the invention can be modified to 
increase the binding affinity for F cRn and thus increase serum 
half-life. Alternatively, the Fe region can be conjugated to 
PEG or albumin to increase the serum half-life, or some other 
conjugation that results in the desired effect. 
[0045] Naturally-occurring antibodies are immunoglobu­
lin molecules comprised of four polypeptide chains, two 
heavy (H) chains and two light (L) chains inter-connected by 
disulfide bonds. Each heavy chain is comprised of a heavy 
chain variable region (VH) and a heavy chain constant region. 
The heavy chain constant region is comprised of three 
domains, CHI, CH2 and CH3. Each light chain is comprised 
of a light chain variable region (VL) and a light chain constant 
region. The light chain constant region is comprised of one 
domain, CL. The VH and VL regions can be further subdi­
vided into regions ofhypervariability, called complementar­
ity determining regions (CDR), interspersed with regions that 
are more conserved, called framework regions (FR). Each VH 
and VL is composed of three CDRs and four FRs, arranged 
from amino-terminus to carboxy-terminus in the following 
order: FRI, CDRl, FR2, CDR2, FR3, CDR3, FR4. 
[0046] CDRs and FRs may be defined according to Kabat 
(Sequences of Proteins of Immunological Interest (National 
Institutes of Health, Bethesda, Md., 1987 and 1991 )). Amino 
acid numbering of antibodies or antigen binding fragments is 
also according to that of Kabat. 
[0047] Each CDR can included amino acid residues from a 
complementarity determining region as defined by Kabat (i.e. 
about residues 24-34 (CDR-Ll), 50-56 (CDR-L2) and 89-97 
(CDR-L3) in the light chain variable domain (SEQ ID NO:1) 
and 31-35 (CDR-Hl), 50-65 (CDR-H2) and 95-102 (CDR­
H3) in the heavy chain variable domain (SEQ ID NO:2); 
Kabat et al., Sequences of Proteins of Immunological Inter­
est, 5th Ed. Public Health Service, National Institutes of 
Health, Bethesda, Md. (1991)) and/or those residues from a 
hypervariable loop (i.e. about residues 26-32 (CDR-Ll), 
50-52 (CDR-L2) and 91-96 (CDR-L3) in the light chain 
variabledomain(SEQ IDNO:l)and26-32 (CDR-Hl), 53-55 
(CDR-H2) and 96-101 (CDR-H3) in the heavy chain variable 
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domain (SEQ ID NO:2); Chothia and Lesk J. Mo!. Biol. 
196:901-917 (1987)). In some instances, a complementarity 
determining region can include amino acids from both a CDR 
region defined according to Kabat and a hypervariable loop. 
[0048] Framework regions are those variable domain resi­
dues other than the CDR residues. Each variable domain 
typically has four FRs identified as FRI, FR2, FR3 and FR4. 
If the CD Rs are defined according to Kabat, the light chain FR 
residues are positioned at about residues 1-23 (LCFRl), 
35-49 (LCFR2), 57-88 (LCFR3), and 98-107 (LCFR4) of 
SEQ ID NO:1) and the heavy chain FR residues are posi­
tioned about at residues 1-30 (HCFRl), 36-49 (HCFR2), 
66-94 (HCFR3), and 103-113 (HCFR4) of SEQ ID NO:2. If 
the CD Rs comprise amino acid residues from hypervariable 
loops, the light chain FR residues are positioned about at 
residues 1-25 (LCFRl), 33-49 (LCFR2), 53-90 (LCFR3), 
and 97-107 (LCFR4) in the light chain (SEQ ID NO:1) and 
the heavy chain FR residues are positioned about at residues 
1-25 (HCFRl), 33-52 (HCFR2), 56-95 (HCFR3), and 102-
113 (HCFR4) in the heavy chain (SEQ ID NO:2). In some 
instances, when the CDR comprises amino acids from both a 
CDR as defined by Kabat and those of a hypervariable loop, 
the FR residues will be adjusted accordingly. 
[0049] An Fv fragment is an antibody fragment which con­
tains a complete antigen recognition and binding site. This 
region consists of a dimer of one heavy and one light chain 
variable domain in tight association, which can be covalent in 
nature, for example in scFv. It is in this configuration that the 
three CDRs of each variable domain interact to define an 
antigen binding site on the surface of the VH-VL dimer. 
Collectively, the six CD Rs or a subset thereof confer antigen 
binding specificity to the antibody. However, even a single 
variable domain ( or half of an Fv comprising only three CD Rs 
specific for an antigen) has the ability to recognize and bind 
antigen, although usually at a lower affinity than the entire 
binding site. 
[0050] The Fab fragment contains a variable and constant 
domain of the light chain and a variable domain and the first 
constant domain (CHI) of the heavy chain. F(ab')2 antibody 
fragments comprise a pair of Fab fragments which are gen­
erally covalently linked near their carboxy termini by hinge 
cysteines between them. Other chemical couplings of anti­
body fragments are also known in the art. 
[0051] Single-chain Fv or (scFv) antibody fragments com­
prise the VH and VL domains of antibody, wherein these 
domains are present in a single polypeptide chain. Generally 
the Fv polypeptide further comprises a polypeptide linker 
between the VH and VL domains, which enables the scFv to 
form the desired structure for antigen binding. 
[0052] Diabodies are small antibody fragments with two 
antigen-binding sites, which fragments comprise a heavy 
chain variable domain (VH) connected to a light chain vari­
able domain (VL) in the same polypeptide chain (VH and 
VL). By using a linker that is too short to allow pairing 
between the two domains on the same chain, the domains are 
forced to pair with the complementary domains of another 
chain and create two antigen-binding sites.). 
[0053] Linear antibodies comprise a pair of tandem Fd 
segments (VH-CHl-VH-CHl) which, together with comple­
mentary light chain polypeptides, form a pair of antigen bind­
ing regions. Linear antibodies can be bispecific or monospe­
cific. 
[0054] The antibodies herein specifically include chimeric 
antibodies (immunoglobulins) in which a portion of the heavy 
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and/or light chain is identical with or homologous to corre­
sponding sequences in antibodies derived from a particular 
species or belonging to a particular antibody class or subclass, 
while the remainder of the chain(s) is identical with or 
homologous to corresponding sequences in antibodies 
derived from another species or belonging to another anti­
body class or subclass, as well as fragments of such antibod­
ies, so long as they exhibit the desired biological activity. 

[0055] An antigen binding portion of an antibody specifi­
cally binds to an antigen (e.g., HlNl). It has been shown that 
the antigen-binding function of an antibody can be performed 
by portions of a full-length antibody, all of which are encom­
passed by the general term antibody, including: (i) a Fab 
fragment, a monovalent fragment consisting of the VL, VH, 
CL and CHI domains; (ii) a F(ab')2 fragment, a bivalent 
fragment comprising two Fab fragments linked by a disulfide 
bridge at the hinge region; (iii) a Fd fragment consisting of the 
VH and CHI domains; (iv) a Fv fragment consisting of the 
VL and VH domains ofa single arm ofan antibody, (v) a dAb 
fragment (Ward et al, (1989) Nature 341:544 546), which 
consists of a VH domain; and (vi) an isolated complementa­
rity determining region (CDR). Furthermore, although the 
two domains of the Fv fragment, VL and VH, are coded for by 
separate genes, they can be joined, using recombinant meth­
ods, by a synthetic linker that enables them to be made as a 
single protein chain in which the VL and VH regions pair to 
form monovalent molecules (known as single chain Fv 
(scFv); see e.g., Bird et al. (1988) Science 242:423 426; and 
Huston et al. (1988) Proc. Natl. Acad. Sci. USA 85:5879 
5883). Single chain Fv and other forms of single chain anti­
bodies, such as diabodies are also encompassed by the gen­
eral term antibody. Dia bodies are bivalent, bispecific antibod­
ies in which VH and VL domains are expressed on a single 
polypeptide chain, but using a linker that is too short to allow 
for pairing between the two domains on the same chain, 
thereby forcing the domains to pair with complementary 
domains of another chain and creating two antigen binding 
sites (see e.g., Bolliger et al. (1993) Proc. Natl. Acad. Sci. 
USA 90:6444; Poljak et al. (1994) Structure 2: 1121). 

[0056] An antibody or antigen-binding portion thereof may 
be part of a larger immunoadhesion molecule, formed by 
covalent or noncovalent association of the antibody or anti­
body portion with one or more other proteins or peptides. 
Examples of such immunoadhesion molecules include use of 
the streptavidin core region to make a tetrameric scFv mol­
ecule (Kipriyanov et al. (1995) Human Antibodies and Hybri­
domas 6:93) and use of a cysteine residue, a marker peptide 
and a C-terminal polyhistidine tag to make bivalent and bioti­
nylated scFv molecules (Kipriyanov et al. (1994) Mal. Immu­
nol. 31:1047). Antibody portions, such as Fab and F(ab)2 

fragments, can be prepared from whole antibodies using con­
ventional techniques, such as papain or pepsin digestion, 
respectively, of whole antibodies. Moreover, antibodies, anti­
body portions and immunoadhesion molecules can be 
obtained using standard recombinant DNA techniques. 

[0057] Human antibodies include antibodies having vari­
able and constant regions derived from ( or having the same 
amino acid sequence as those derived from) human germline 
immunoglobulin sequences. Human antibodies may include 
amino acid residues not encoded by human germline immu­
noglobulin sequences (e.g., mutations introduced by random 
or site-specific mutagenesis in vitro or by somatic mutation in 
vivo), for example in the CD Rs and in particular CDR3. 
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[0058] Recombinant antibodies are prepared, expressed, 
created or isolated by recombinant means, such as antibodies 
expressed using a recombinant expression vector transfected 
into a host cell, antibodies isolated from a recombinant, com­
binatorial human antibody library, antibodies isolated from 
an animal ( e.g., a mouse) that is transgenic for human immu­
noglobulin genes (Taylor et al. (1992) Nucl. Acids Res. 
20:6287) or antibodies prepared, expressed, created or iso­
lated by any other means that involves splicing of human 
immunoglobulin gene sequences or variants thereof to other 
DNA sequences. Such recombinant human antibodies have 
variable and constant regions derived from human germline 
immunoglobulin sequences or variants thereof. In certain 
embodiments, however, such recombinant human antibodies 
are subjected to in vitro mutagenesis ( or, when an animal 
transgenic for human lg sequences is used, in vivo somatic 
mutagenesis) and thus the amino acid sequences of the VH 
and VL regions of the recombinant antibodies are sequences 
that may not naturally exist within the human antibody ger­
mline repertoire in vivo. 
[0059] In certain embodiments, the anti-influenza antibod­
ies are isolated and/or purified and/or pyrogen free antibod­
ies. The term "purified" as used herein, refers to other mol­
ecules, e.g. polypeptide, nucleic acid molecule that have been 
identified and separated and/or recovered from a component 
of its natural environment. Thus, in one embodiment the 
antibodies of the invention are purified antibodies wherein 
they have been separated from one or more components of 
their natural environment. 
[0060] The anti-influenza antibodies of the invention 
immunospecifically bind an epitope specific to an HA domain 
of an HlNl influenza virus and do not specifically bind to 
other polypeptides. The term "epitope" as used herein refers 
to a protein determinant capable of binding to an antibody. 
Epitopes usually consist of chemically active surface group­
ings of molecules such as amino acids or sugar side chains 
and usually have specific three dimensional structural char­
acteristics, as well as specific charge characteristics. Confor­
mational and non-conformational epitopes are distinguished 
in that the binding to the former but not the latter is lost in the 
presence of denaturing solvents. 
[0061] The present anti-influenza antibodies comprise at 
least one antigen binding domain that comprises at least one 
complementarity determining region (CDRl, CDR2 and 
CDR3). In one embodiment, the anti-influenza antibodies 
comprise a VH that comprises at least one VH CDR (e.g., 
CD R-H 1, CD R-H2 or CD R-H3). In another embodiment, the 
anti-influenza antibodies comprise a VL that comprises at 
least one VL CDR (e.g., CDR-Ll, CDR-L2 or CDR-L3). 
[0062] In certain embodiments, the anti-influenza antibod­
ies comprise a VH CDRl having an amino acid sequence 
identical to or comprising 1, 2, or 3 amino acid residue sub­
stitutions relative to a VH CDRl in colunm J of Table 2 or 
Table 5, a VH CDR2 having an amino acid sequence identical 
to or comprising 1, 2, or 3 amino acid residue substitutions 
relative to a VH CDR2 in colunm L of Table 2 or Table 5 and 
a VH CDR3 having an amino acid sequence identical to or 
comprising 1, 2, or 3 amino acid residue substitutions relative 
to a VH CDR3 in colunm N of Table 2 or Table 5. In another 
embodiment, the anti-influenza antibodies comprise a VL 
CDRl having an amino acid sequence identical to or com­
prising 1, 2, or 3 amino acid residue substitutions relative to a 
VL CDRl in colunm J of Table 2 or Table 5, a VL CDR2 
having an amino acid sequence identical to or comprising 1, 
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2, or 3 amino acid residue substitutions relative to a VL CDR2 
in column L of Table 2 or Table 5, and a VL CDR3 having an 
amino acid sequence identical to or comprising 1, 2, or 3 
amino acid residue substitutions relative to a VL CDR3 in 
colunm N of Table 2 or Table 5. 
[0063] In certain embodiments, the anti-influenza antibod­
ies comprise a VH CDRl having an amino acid sequence 
identical to a VH CDRl in colunm J of Table 2 or Table 5, a 
VH CDR2 having an amino acid sequence identical to a VH 
CDR2 in colunm L of Table 2 or Table 5 and a VH CDR3 
having an amino acid sequence identical to a VH CDR3 in 
colunm N of Table 2 or Table 5. In another embodiment, the 
anti-influenza antibodies comprise a VL CDRl having an 
amino acid sequence identical to a VL CDRl in colunm J of 
Table 2 or Table 5, a VL CDR2 having an amino acid 
sequence identical to a VL CDR2 in column L of Table 2 or 
Table 5; and a VL CDR3 having an amino acid sequence 
identical to a VL CDR3 in colunm N of Table 2 or Table 5. In 
certain embodiments the VH and VL CDRs are all from the 
same antibody in Table 2 or Table 5. 
[0064] In certain embodiments, the anti-influenza antibod­
ies comprise a heavy chain V-region having an amino acid 
sequence identical to a heavy chain V-region in column H of 
Table 2 or Table 5 and a light chain V-region identical to a light 
chain V-region in colunm Hof Table 2 or Table 5. 
[0065] In certain embodiments, the anti-influenza antibod­
ies comprise a heavy chain V-region having an amino acid 
sequence identical to or having 1, 2, 3, 4, 5, 6, 7, 8, 9 or 10 
amino acid substitution relative to a heavy chain V-region in 
colunm H of Table 2 or Table 5 and a light chain V-region 
having an amino acid sequence identical to or having 1, 2, 3, 
4, 5, 6, 7, 8, 9 or 10 amino acid substitution relative to a light 
chain V-region in colunm Hof Table 2 or Table 5 
[0066] In certain embodiments, the anti-influenza antibod­
ies comprise a heavy chain VDJ-region having an amino acid 
sequence identical to a heavy chain VDJ-region in colunm F 
of Table 2 or Table 5 and a light chain VJ-region identical to 
a light chain VJ-region in colunm G of Table 2 or Table 5 
[0067] In certain embodiments, the anti-influenza antibod­
ies comprise a heavy chain VDJ-region having an amino acid 
sequence identical to or having 1, 2, 3, 4, 5, 6, 7, 8, 9 or 10 
amino acid substitution relative to a heavy chain VDJ-region 
in colunm F of Table 2 or Table 5 and a light chain VJ-region 
having an amino acid sequence identical to or having 1, 2, 3, 
4, 5, 6, 7, 8, 9 or 10 amino acid substitution relative to a light 
chain VJ-region in colunm G of Table 2 or Table 5. 
[0068] In addition to the amino acid sequences described 
above, the invention further provides nucleotide sequences 
corresponding to the amino acid sequences and encoding for 
the human, humanized and/or chimeric antibodies of the 
invention. In one embodiment, the invention provides poly­
nucleotides comprising a nucleotide sequence encoding an 
anti-influenza antibody described herein or fragments 
thereof. These include, but are not limited to, nucleotide 
sequences that code for the above referenced amino acid 
sequences. Thus, the present invention also provides poly­
nucleotide sequences encoding VH and VL framework 
regions including CDRs and FRs of antibodies described 
herein as well as expression vectors for their efficient expres­
sion in cells (e.g. mammalian cells). 
[0069] In one embodiment, the anti-influenza antibodies 
immunospecifically bind an HA domain of an HlNl influ­
enza virus or antigenic fragments thereof, having at least 
60%, 65%, 70%, 75%, 80%, 85%, 90%, 95% or having at 
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least 100% identity to the amino acid sequence of an antibody 
described herein. In a further embodiment, the anti-influenza 
antibodies immunospecifically bind to an HA domain of an 
HlNl influenza virus polypeptide or antigenic fragments 
thereof, having at least 90%, 91%, 92%, 93%, 94%, 95%, 
96%, 97%, 98%, 99% or having at least 100% identity to the 
amino acid sequence of an antibody described herein. 
[0070] Methods for producing and screening for specific 
antibodies using recombinant DNA technology are routine 
and wellknownintheart(e.g. U.S. Pat. No. 4,816,567). DNA 
encoding the monoclonal antibodies may be readily isolated 
and/or sequenced using conventional procedures (e.g., by 
using oligonucleotide probes that are capable of binding spe­
cifically to genes encoding the heavy and light chains of 
murine antibodies). Once isolated, the DNA may be placed 
into expression vectors, which are then transfected into host 
cells such as E. coli cells, simian COS cells, Chinese Hamster 
Ovary (CHO) cells, or myeloma cells that do not otherwise 
produce antibody protein, to obtain the synthesis of mono­
clonal antibodies in the recombinant host cells. Review 
articles on recombinant expression in bacteria of DNA encod­
ing the antibody include Skerra et al., Curr. Opinion in Immu­
nol., 5:256-262 (1993) and Pluckthun, Immunol. Revs., 130: 
151-188 (1992). As described below for antibodies generated 
by phage display and humanization of antibodies, DNA or 
genetic material for recombinant antibodies can be obtained 
from source( s) other than hybridomas to generate antibodies 
of the invention. 
[0071] Recombinant expression of an antibody or variant 
thereof generally requires construction of an expression vec­
tor containing a polynucleotide that encodes the antibody. 
The invention, thus, provides replicable vectors comprising a 
nucleotide sequence encoding an antibody molecule, a heavy 
or light chain of an antibody, a heavy or light chain variable 
domain of an antibody or a portion thereof, or a heavy or light 
chain CDR, operably linked to a promoter. Such vectors may 
include the nucleotide sequence encoding the constant region 
of the antibody molecule (see, e.g., U.S. Pat. Nos. 5,981,216; 
5,591,639; 5,658,759 and 5,122,464) and the variable domain 
of the antibody may be cloned into such a vector for expres­
sion of the entire heavy, the entire light chain, or both the 
entire heavy and light chains. 
[0072] Once the expression vector is transferred to a host 
cell by conventional techniques, the transfected cells are then 
cultured by conventional techniques to produce an antibody. 
Thus, the invention includes host cells containing a poly­
nucleotide encoding an antibody of the invention or frag­
ments thereof, or a heavy or light chain thereof, or portion 
thereof, or a single-chain antibody of the invention, operably 
linked to a heterologous promoter. In certain embodiments 
for the expression of double-chained antibodies, vectors 
encoding both the heavy and light chains may be co-ex­
pressed in the host cell for expression of the entire immuno­
globulin molecule, as detailed below. 
[0073] Mammalian cell lines available as hosts for expres­
sion of recombinant antibodies are well known in the art and 
include many immortalized cell lines available from the 
American Type Culture Collection (ATCC), including but not 
limited to Chinese hamster ovary (CHO) cells, HeLa cells, 
baby hamster kidney (BHK) cells, monkey kidney cells 
(COS), humanhepatocellularcarcinoma cells (e.g., Hep G2), 
human epithelial kidney 293 cells, and a number of other cell 
lines. Different host cells have characteristic and specific 
mechanisms for the post-translational processing and modi-
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fication of proteins and gene products. Appropriate cell lines 
or host systems can be chosen to ensure the correct modifi­
cation and processing of the antibody or portion thereof 
expressed. To this end, eukaryotic host cells which possess 
the cellular machinery for proper processing of the primary 
transcript, glycosylation, and phosphorylation of the gene 
product may be used. Such mammalian host cells include but 
are not limited to CHO, VERY, BHK, Hela, COS, MDCK, 
293, 3T3, W138, BT483, Hs578T, HTB2, BT2O and T47D, 
NS0 ( a murine myeloma cell line that does not endogenously 
produce any functional immunoglobulin chains), SP20, 
CRL 7030 and HsS78Bst cells. In one embodiment, human 
cell lines developed by immortalizing human lymphocytes 
can be used to recombinantly produce monoclonal antibod­
ies. In one embodiment, the human cell line PER.C6. (Cru­
cell, Netherlands) can be used to recombinantly produce 
monoclonal antibodies. 

[007 4] Additional cell lines which may be used as hosts for 
expression of recombinant antibodies include, but are not 
limited to, insect cells (e.g. Sf21/5f9, Trichoplusia ni Bti­
Tn5bl-4) or yeast cells (e.g. S. cerevisiae, Pichia, U.S. Pat. 
No. 7,326,681; etc), plants cells (US20080066200); and 
chicken cells (WO2008142124). 
[0075] Once an antibody molecule has been produced by 
recombinant or hybridoma expression, it may be purified by 
any method known in the art for purification of an immuno­
globulin molecule, for example, by chromatography ( e.g., ion 
exchange, affinity, particularly by affinity for the specific 
antigens Protein A or Protein G, and sizing column chroma­
tography), centrifugation, differential solubility, or by any 
other standard technique for the purification of proteins. Fur­
ther, the antibodies of the present invention or fragments 
thereof may be fused to heterologous polypeptide sequences 
(referred to herein as "tags") described above or otherwise 
known in the art to facilitate purification. 

[0076] Itis known that variants of the Fe region (e.g., amino 
acid substitutions and/or additions and/or deletions) enhance 
or diminish effector function of the antibody (See e.g., U.S. 
Pat. Nos. 5,624,821; 5,885,573; 6,538,124; 7,317,091; 5,648, 
260; 6,538,124; WO 03/074679; WO 04/029207; WO 
04/099249; WO 99/58572; US Publication No. 2006/ 
0134105; 2004/0132101; 2006/0008883) and may alter the 
pharmacokinetic properties (e.g. half-life) of the antibody 
(see, U.S. Pat. Nos. 6,277,375 and 7,083,784). Thus, in cer­
tain embodiments, the anti-influenza antibodies of the inven­
tion comprise an altered Fe region (also referred to herein as 
"variant Fe region") in which one or more alterations have 
been made in the Fe region in order to change functional 
and/or pharmacokinetic properties of the antibodies. The 
serum half-life of proteins comprising Fe regions may be 
increased by increasing the binding affinity of the Fe region 
for FcRn. The term "antibody half-life" as used herein means 
a pharmacokinetic property of an antibody that is a measure 
of the mean survival time of antibody molecules following 
their administration. Antibody half-life can be expressed as 
the time required to eliminate 50 percent of a known quantity 
ofimmunoglobulin from the patient's body (or other mam­
mal) or a specific compartment thereof, for example, as mea­
sured in serum, i.e., circulating half-life, or in other tissues. 
Half-life may vary from one immunoglobulin or class of 
immunoglobulin to another. In general, an increase in anti­
body half-life results in an increase in mean residence time 
(MRT) in circulation for the antibody administered. In a 
specific embodiment, the present invention provides an Fe 
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variant antibody, wherein the Fe region comprises at least one 
non-naturally occurring amino acid at one or more positions 
selected from the group consisting of 252, 254, and 256. In 
one embodiment, the non-naturally occurring amino acids are 
selected from the group consisting of 252Y, 254T and 256E. 
[0077] In certain embodiments, the anti-influenza antibod­
ies and compositions thereof of the invention may be used in 
vivo and/or in vitro for diagnosing Hl Nl influenza associated 
diseases. This can be achieved, for example, by contacting a 
sample to be tested, optionally along with a control sample, 
with the antibody under conditions that allow for formation of 
a complex between the antibody and HlNl influenza. Com­
plex formation is then detected ( e.g., using an ELISA). When 
using a control sample along with the test sample, complex is 
detected in both samples and any statistically significant dif­
ference in the formation of complexes between the samples is 
indicative of the presence of influenza in the test sample. 
[0078] In one embodiment, the invention provides a 
method of determining the presence of influenza in a sample 
suspected of containing influenza, said method comprising 
exposing the sample to an anti-influenza antibody of the 
invention, and determining binding of the antibody to the 
HlNl influenza virus in the sample wherein binding of the 
antibody to the HlNl influenza virus in the sample is indica­
tive of the presence of the HlNl influenza virus in the sample. 
In one embodiment, the sample is a biological sample. In 
another embodiment, the sample is a nasopharyngeal wash. 
[0079] In certain embodiments, the anti-influenza antibod­
ies and compositions thereof of the invention may be admin­
istered for prevention and/or treatment of influenza disease 
caused by an HlNl influenza infection. The invention 
encompasses methods of preventing, treating, ameliorating a 
symptom of, or reducing the risk of an influenza-mediated 
infection, disease or disorder, wherein the methods comprise 
administering anti-influenza antibodies of the invention. 

EXAMPLES 

[0080] Described below is an analysis of plasmablast and 
monoclonal antibody responses induced by pandemic HlNl 
infection in humans. Unlike antibodies elicited by annual 
influenza vaccinations, most neutralizing antibodies induced 
by pandemic HlNl infection were broadly cross-reactive 
against epitopes in the hemagglutinin (HA) stalk and head 
domain of multiple influenza strains. The antibodies were 
from cells that had undergone extensive affinity maturation. 
Thus, it is possible that the plasmablasts producing these 
broadly neutralizing antibodies were predominantly derived 
from activated memory B cells specific for epitopes con­
served in several influenza strains. Consequentially, most 
neutralizing antibodies were broadly reactive against diver­
gent HlNl and H5Nl influenza strains. Certain of the anti­
bodies generated potently protected and rescued mice from 
lethal challenge with pandemic HlNl or antigenically dis­
tinct influenza strains. 

Influenza-Specific Plasmablasts are Persistently Induced 
Throughout Infection Providing a Rich Source of Antiviral 
mAbs. 
[0081] The B cell responses were examined in nine patients 
infected with the pandemic 2009 HlNl influenza virus. 
These patients had a varying course and severity of disease. 
The cases ranged from mild disease with rapid viral clearance 
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within a few days after onset of symptoms, to severe cases that 
shed virus for several weeks and required hospitalization with 
ventilator support. A majority of the patients were treated 
with antiviral drugs. The diagnoses were confirmed by pan­
demic HlNl specific RT-PCR and serology. All patients had 
neutralizing titers of serum antibodies at the time of blood 
collection. A summary of the clinical patient data is shown in 
Table 1. The majority of samples were obtained around 10 
days after the onset of symptoms, with the exception of a 
particularly severe case where sampling was done 31 days 
after symptom onset. Antigen specific plasmablasts appear 
transiently in peripheral blood after vaccination with influ­
enza or other vaccines (Bernasconi et al., 2002; Brakstad et 
al., 1995; Sasaki et al., 2007; Wrammert et al., 2008), but the 
kinetics of their appearance and persistence during an ongo­
ing infection remain unclear. Here we have analyzed the 
magnitude and specificity of the plasmablast response in 
blood samples taken within weeks after onset of clinical 
symptoms of pandemic HlNl influenza virus infection. 
Using a virus-specific ELISPOT assay, we could show a 
significant number of pandemic Hl Nl reactive plasma blasts 
in the blood of the infected patients, while none were detect­
able in a cohort of healthy volunteers (FIGS. lA and lB). 

[0082] These cells were also readily detectable in the more 
severe cases, several weeks after symptom onset. FIGS. lA 
and 1 C illustrates that of the total IgG secreting cells over half 
of the cells were producing antibodies that bound pandemic 
HlNl influenza virus. Moreover, plasmablasts specific for 
HA occurred at 30-50% the frequency of virus-specific cells 
(FIGS. lC and D), the specificity most likely to be critical for 
protection. Most patients also had a relatively high frequency 
of plasmablasts making antibodies that bound to past, sea­
sonal influenza strains (FIG. lC) orindeed recombinant HA 
from the previous annual HlNl strain, A/Brisbane/59/2007. 
Based on the overall frequency of pandemic HlNl specific 
cells it is likely that the cells binding other strains were­
lapping populations and cross-reactive. None of the induced 
plasmablast cells bound to recombinant HA from the H3N2 
strain from the same vaccine (A/Brisbane/10/2007). These 
findings demonstrate that influenza-specific human plasma­
blasts are continuously generated throughout an ongoing 
infection and that a fairly high proportion of these cells makes 
antibodies that also cross-react with previous annual HlNl 
influenza strains. 

[0083] In order to analyze the specificity, breadth and neu­
tralizing capacity of these plasmablasts, we used single-cell 
PCR to amplify the heavy and light chain variable region 
genes from individually sorted cells (defined as CD19+, 
CD201o1

-, CD3-, CD38high' CD27high cells) (FIG. lE) (Smith 
et al., 2009; Wrammert et al., 2008). These genes were cloned 
and expressed as mAbs in 293 cells and the antibodies 
screened for reactivity by ELISA. Thresholds for scoring 
antibodies as specific to the influenza antigens were empiri­
cally determined based on being two standard-deviations 
greater than the background level of binding evident from 48 
naive B cell antibodies ( detailed in FIG. 7 A). Of86 antibodies 
generated in this fashion, 46 (53%) bound pandemic HlNl 
(FIG. lF) and one third (15 antibodies) were reactive to HA 
(FIG. lG and FIG. SA), most of them at sub-nanomolar 
avidities (based on surface 
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TABLE I 

Swnmary of clinical data for patients with acute pandemic HlNl virus infections 

HAI MN Co- Sample Antiviral 
Patient Age Gender titer titer morbidities Initial symptoms Hospital course collection treatment mAb 

EM 30 F 640 1280 none Fever, cough, dyspnea Acute respiratory distress Day 31 Oseltarnivir Yes 
syndrome, bacterial pnewnonia, 
pulmonary embolism, prolonged 
oscillatory ventilator support, 
tracheostomy, discharged after 
2mo 

1000 37 M 80 40 Hypertension, Fever, cough, shortness Pneumonia, acute sinusitus, Day 18 Oseltarnivir, Yes 
interstitial of breadth, nausea, acute renal failure, discharged Zanarnavir 
lung disease vomiting after 8 d 
of unknown 
etiology 

70 38 F 80 160 none Fever, cough, body aches NIA Day 15 None Yes 
1009 21 M 20 20 Congenital Fever, cough, sore throat, NIA Day9 Oseltarnivir Yes 

heart disease, nausea, diarrhea 
repair for 
Tetralogy of 
Fallo! 

1010 24 M 10 10 none Fever, cough, nausea, NIA Day 11 Oseltarnivir No 
vomiting, diarrhea 

1011 25 M 20 10 none Fever, cough, sore throat, NIA Day9 Oseltarnivir No 
vomiting, headache, 
confusion 

1013 26 M 80 160 none Fever, cough, sore throat, NIA Day9 None No 
body aches, nausea, 
vomiting, diarrhea 

1014 45 F 80 20 none Fever, chills, cough, NIA Day9 None No 
sore throat, body aches, 
headache, nausea, 
vomiting 

1Indicates whether monoclonal antibodies were made from the plasmoblasts of these patients. 

plasmon resonance analyses, FIG. 8B). On a per donor basis, 
55% of the mAbs bound to purified pandemic HlNl virions 
(range: 33% to 77%). Of the virus-specific antibodies 31% 
bound to recombinant HA (range: 14% to 55% ). We conclude 
that virus-specific plasmablasts are readily detected after pan­
demic HlNl influenza virus infection and that virus-specific 
human mAbs can be efficiently generated from these cells. 
Plasmablasts from Patients Infected with Pandemic HlNl 
Influenza were Highly Cross-Reactive to Pre-Pandemic 
Influenza Strains 
[0084] As the plasmablasts are specifically induced by the 
ongoing immune response, we can learn about the origin of 
the B cells activated by pandemic HlNl infection. Consistent 
with the frequency of plasmablasts secreting antibodies bind­
ing annual influenza strains by ELISPOT analyses (FIG. lC), 
a majority (29/46 or 63%) of the pandemic HlNl-specific 
antibodies also cross-reacted with seasonal influenza viruses 
(FIGS. 2A and 2B). In fact, by ELISA, one third of these 
antibodies bind to the pre-pandemic strains at lower concen­
trations than they did to the pandemic HlNl strain, suggest­
ing higher avidity binding. By comparison, only 22% (11/50) 
of plasmablasts induced by annual HlNl strains prior to the 
pandemic could bind the pandemic HlNl influenza (FIG. 
7B). We propose that the cross-reactivity of pandemic HlNl 
induced cells derives from the activation of memory cells 
originally specific for past influenza immunizations in an 
original antigenic sin(OAS) fashion. 

Evidence of Extensive Affinity Maturation Suggests a High 
Frequency of Memory Cell Activation Against the Pandemic 
HlNl Strain 

[0085] Based on the 10 to 15-fold induction of plasma blasts 
and expression of intracellular Ki67 during ongoing immune 

responses (Bernasconi et al., 2002; Brakstad et al., 1995; 
Sasaki et al., 2007; Smith et al., 2009; Wrammert et al., 2008) 
we can assume that most plasmblasts result from the ongoing 
infection or vaccine response. The ready detection of clonal 
expansions at an average frequency of 16.5% of the cells for 
the six patients supports this view (based on CDR3 sequence 
similarity, FIG. 2C). Since the discovery of somatic mutation 
it has been appreciated that mutations progressively accumu­
late on variable genes after repeated immunizations (McKean 
et al., 1984). Thus, we can gain insight into the origin of the 
pandemic HlNl response by comparing the somatic muta­
tion frequency of the plasmablasts present during HlNl 
infection to that of other plasmablast responses. The PCR 
strategy allowed isolation of either IgG or IgA transcripts and 
identified 68% IgG and 32% IgA plasmablasts from the 
patients. Similar to plasmablasts induced by annual vaccina­
tion (Wrammert et al., 2008), or after a 4th booster vaccine to 
anthrax, the variable genes of novel HlNl-induced cells from 
five of the six patients harbored high numbers of somatic 
mutations (averaging >19 per patient, FIG. 2D and FIG. 9A). 
For these 5 patients mutations had accumulated significantly 
more than from primary IgG plasmablast responses to 
anthrax or vaccinia (smallpox) vaccines, and more so than for 
IgG positive memory B cells from our historical data that 
averaged 14/VH gene (Koelsch et al., 2007; Wrammert et al., 
2008; Zheng et al., 2005; Zheng et al., 2004) (t-test p<0.05, 
FIG. 2C and FIG. 9B) or from 347 IgG memory cell 
sequences previously published by another group (averaging 
15/VH gene) ( de Wildt et al., 2000). Interestingly, for patient 
EM (outlier in FIG. 2D) who had the most severe infection 
(Table 1 ), mutations had accumulated at a significantly lower 
frequency than the IgG controls (FIG. 9A, p<0.0001), sug-
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gesting a unique circumstance such as a low-level or lacking 
primary response. Though based on a limited number of 
patients, the frequent cross-reactivity and high number of 
somatic mutations support a model in which many of the 
plasmablasts induced by pandemic HlNl infection arose 
from cross-reacting memory B cells. 

A Majority of the Neutralizing Antibodies Bound to Highly 
Conserved Epitopes in Both the HA Stalk and Head Regions. 

[0086] A high frequency of the HA-specific antibodies was 
able to neutralize the virus in vitro (totaling 73% or 11/15, 
FIG. 3A). These neutralizing antibodies could be further cat­
egorized into two distinct groups: i) neutralizing antibodies 
that displayed HAI (hemagglutination inhibition) activity 
(HAI), and ii) neutralizing antibodies that had no HAI activ­
ity, indicating that they bound to sites other than the HA active 
site. Interestingly, antibodies of the latter type were predomi­
nant in the response (FIG. 3A). This specificity is reminiscent 
of antibodies against the recently discovered broadly neutral­
izing epitopes found on the HA stalk, rather than those 
located on the HA globular head that is more typical for 
neutralizing antibodies (Ekiert et al., 2009; Sui et al., 2009). 
Importantly, five of these antibodies are indeed of similar 
specificity (including antibodies 70-5B03, 70-1F02, 1000-
3D04, and a clonal pair from donor 1009: 3B05 and 3E06). 
These five antibodies bind with high affinity to most Hl 
strains including all from the vaccines of the past 10 years, the 
1918 pandemic strain, and to the HS of a highly pathogenic 
avian influenza strain (FIG. 3B and FIG. SA). In addition, 
these five antibodies cross-compete for a similar epitope that 
was not over-lapping with the HAI+ antibodies (epitope-1, 
FIG. 4A). These antibodies are competitively inhibited by a 
commercial antibody referred to as Cl 79 that binds this HA­
stalk region (Okuno et al., 1993), and four of five of these 
antibodies are encoded by the hallmark VHl-69 gene (Ekiert 
et al., 2009; Sui et al., 2009). To verify HA stalk reactivity 
these five antibodies were tested for binding to H5 variants 
predicted to affect the stalk-epitope by the crystal structure 
and their binding patterns compared to that of the prototypical 
stalk antibody (mAb Fl0, (Sui et al., 2009)) (FIG. 4B). Each 
H5 variant has a single residue mutation in the stalk region 
and was transiently expressed on 293T cells. FACS analysis 
showed that the five antibodies bound to all 13 H5 variants 
tested at levels quite similar to F 10 for which a crystal struc­
ture had been generated to define this epitope. Thus, half of 
the neutralizing and a surprising 10% of all antibodies 
induced by pandemic HlNl infection bound to a conserved, 
critical epitope on the HA stalk. By comparison, none of 50 
HlNl strain-specific antibodies that we had previously iso­
lated after annual vaccination prior to the 2009 pandemic had 
this reactivity ( data not shown). The frequency of pandemic 
induced stem reactive antibodies (5/46) versus those from 
annual vaccine (0/50) is significantly greater (Chi-square test 
p=0.02). Further, this specificity is only rarely seen in human 
memory B cells (Corti et al., 2010) or from phage-display 
libraries (Sui et al., 2009). These observations support the 
idea that a vaccine might be developed that preferentially 
influenzas the HA-stalk, thus providing broad protection 
against many influenza strains. 
[0087] The remaining neutralizing antibodies were HAI+ 
and therefore bound to the HA-globular head. Based on cross­
competition analyses these antibodies fell into two groups 
binding non-overlapping regions of the HA head including 
epitope-2 and epitope-3 (FIGS. 3B and 4A). Indeed, by span-
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taneous escape mutant selection, we found that the EM4C04 
mAb binds to the Sa region of the HA globular head (unpub­
lished data). Thus by proximity based on the competition 
assay (FIG. 4A), we can predict that all of the epitope-2 
antibodies bind near the Sa/Sb region (including: EM-4C04, 
1009-3B06, and 1009-3F01). 
[0088] Broadly-reactive antibodies binding both pandemic 
HlNl strains and common annual HlNl strains have been 
identified both in humans (Krause et al.; Xu et al.) and in mice 
(Manicassamy et al., 2010). It is notable that three of five of 
the HA globular-head binding antibodies induced by pan­
demic HlNl infection were also broadly-reactive to various 
HlNl strains (FIG. 3B). One such novel antibody was the 
SF1009-3B06 antibody that reacts strongly with the pan­
demic HlNl strain as well as all recent HlNl vaccine strains 
(FIG. 3B and FIG. SA). The precise epitope to which the 
1009-3B06 antibody binds appears to be quite unique: it is 
only accessible on whole virions, not on recombinant HA, 
suggesting that the epitope is quaternary in nature. Finally, 
two antibodies cross-reacted and inhibited hemagglutination 
to all recent Hl vaccine strains and reacted strongly to the 
1918 pandemic strain (antibodies 1009-3E04 and 1000-
3E01, FIGS. 3B and 4A epitope-3). ThesemAbs bind to past 
vaccine strains with higher avidity than to the pandemic 
HlNl. 
[0089] Only two of 11 neutralizing antibodies were highly 
specific for the pandemic HlNl strain alone (FIG. 3B and 
FIG. SA), including a low avidity antibody, 1000-2G06, that 
only showed slight neutralization capacity in vitro, and 
EM-4C04 that was very effective at neutralizing the pan­
demic HlNl influenza. We conclude from these experiments 
that a surprising 82% (9/11) of the neutralizing plasmablasts 
that we isolated during pandemic HlNl influenza infections 
were broadly cross-reactive to multiple influenza strains. 
Potent In Vivo Protection and Rescue of Mice Challenged 
with a Lethal Dose of Pandemic HlNl or Antigenically Dis­
tinct Influenza Virus Strains. 
[0090] There is a distinct interest in the world in developing 
monoclonal antibodies for use in a therapeutic setting. We 
selected three representative antibodies of the set we have 
identified for detailed functional analysis both in vitro (FIG. 
3C) and in vivo (FIGS. 5 and 6), including: EM-4C04, 1009-
3B06 and 70-1F02. As described above, the antibodies 
EM-4C04 and 1009-3 B06 are specific for the active site of the 
HA molecule, whereas 70-1F02 binds to the stalk region. 
Furthermore, EM-4C04 is highly specific for pandemic 
HlNl whereas 1009-3B06 and 70-F02 display broadly cross­
reactive binding (FIG. 3B) and have functional activity 
against multiple recent and older HlNl strains (FIG. 3C). 
These antibodies were all highly effective at providing pro­
phylactic protection against infection with a lethal dose of 
mouse-adapted pandemic HlNl in 6-8 week old Balb/c mice 
(FIG. 5). Moreover, all three antibodies were effective thera­
peutically, even when they were administered as late as 60 
hours after the lethal challenge infection, well after the mice 
were symptomatic. For EM-4C04 we have successfully 
treated mice as far out as 72 hours post-infection (data not 
shown). Infected mice were already showing measurable 
weight loss that was reversed by administration of the anti­
body, demonstrating therapeutic potential even after the onset 
of disease. Viral clearance was analyzed in mice treated at 48 
hours post infection with EM4C04 (FIG.10). As early as day 
4, the antibody-treated mice exhibited more than a log reduc­
tion in viral titers; titers continued to decline, such that by day 
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6, virus was undetectable or present at very low levels. The 
untreated mice perished by day 7 or 8 whereas the treated 
mice cleared the infection with no detectable virus on day 12. 
Finally, the two broadly-reactive antibodies, 1009-3B06 and 
70-1F02 that showed activity against several current and 
older HlNl seasonal influenza strains in vitro (FIG. 3C) were 
also tested in vivo against antigenically distinct influenza 
strains. For these experiments mice were treated with 200 ug 
of mAb intraperitoneally 12 hours prior to infection with a 
lethal dose of either pandemic HlNl influenza or either of the 
two common influenza lab strains PR/8/34 or FM/ 1/47. 1009-
3 B06 and 70-1 F02 showed protection against these antigeni­
cally distinct HlNl influenza strains, as illustrated in FIG. 5. 
EM-4C04, that is highly specific for the pandemic HlNl, had 
no protective effect on infection with PR/8/34 or FM/1/47. In 
conclusion, the antibodies characterized herein show promise 
for development as broadly reactive therapeutic agents 
against the pandemic Hl Nl influenza virus as well as against 
the majority ofHlNl and H5Nl influenza strains. 
Detailed Information Regarding Antibodies that Bind Influ­
enza Virus 
[0091] Table 2 (FIG. 11) provides detailed information, 
including sequence information, about each of the antibodies 
that were confirmed to bind influenza. Each antibody is iden­
tified in Col. A by antibody name and an indication of whether 
the heavy or light chain is being described. Heavy chains are 
indicated by Hl, H2 or H3 and light chains are indicated by 
Kl, K2, K3 or K4 at the end of the identifier in Col. A. Thus, 
line 2 of Table 2 describes 1000-1B02H, which is a heavy 
chain for one of the cloned antibodies, and line 3 of Table 2 
describes 1000-1 B02K2, which is the light chain for the same 
antibody. Col. B indicates whether the clone was productive; 
Col. C provides the V gene and V gene allele; Col. E provides 
the J gene and J allele. Col. E provides the D gene and allele 
(for heavy chains). Col. F provides the V-D-J region amino 
acid sequence (for heavy chains). Col. G provides the V-J 
region amino acid sequence (for light chains). Col. H pro­
vides the V-region amino acid sequence. Col. I provides the 
FRI amino acid sequence. Col. J provides the CDRl amino 
acid sequence. Col. K provides the FR2 amino acid sequence. 
Col. L provides the CDR2 amino acid sequence. Col. M 
provides the FR3 amino acid sequence. Col. N provides the 
CDR3 amino acid sequence. Col. 0 provides the junction 
amino acid sequence. Col. P provides the J-region amino acid 
sequence. Col. Q provides the FR4 amino acid sequence. 
[0092] Table 3 (FIG. 12) provides additional information 
about the antibodies in Table 3 (FIG. 11). ColumnsA-C are as 
in Table 2. Colunm D is the V-region score; colunm E is the 
V-region % identity; colunm F is the V-region % identify at 
the nucleotide level; colunm G is the J-gene and allele; col­
unm I is the J-region % identity; colunm J is the J-region % 
identify at the nucleotide level; colunm K is the D-gene and 
allele; colunm Lis the D-region reading frame; colunm Mis 
the CDRl-imgt length; column N is the CDR2-imgt length; 
colunm O is the CDR3-imgt length; colunm Pis the CDR­
imgt lengths; colunm Q is the FR-imgt length; colunm R is the 
AA junction; column S indicates the frame of the junction; 
colunm T indicates the orientation; colunm Uhas function­
ality comments; colunm V has information regarding the 
potential for V-region inserts or deletions; column W has 
comments on the J-gene and allele; and colunm X provides 
the nucleotide sequence. 
[0093] Table 4 (FIG. 13) provides additional information 
about the antibodies in Table3 (FIG.11). ColunmsA-E areas 
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in Table 2. Col. F provides the V-D-J region nucleotides 
(heavy chains). Col. G provides the V-J region nucleotide 
sequence (for light chains). Col. H provides the V-region 
nucleotide sequence. Col. I provides the FRI nucleotide 
sequence. Col. J provides the CDRl nucleotide sequence. 
Col. K provides the FR2 nucleotide sequence. Col. L provides 
the CDR2 nucleotide sequence. Col. M provides the FR3 
nucleotide sequence. Col. N provides the CDR3 nucleotide 
sequence. Col. 0 provides the junction nucleotide sequence. 
Col. P provides the 3' V-region nucleotide sequence. Col. Q 
provides the N and D region nucleotide sequence. Column R 
provides the P 3'V nucleotide sequence. Column S provides 
the N-region nucleotide sequence. Colunm T provides the 
NI-region nucleotide sequence. Colunm U provides the P 5'D 
nucleotide sequence. Colunm V provides the D-region nucle­
otide sequence. Column W provides the P 3'D-region nucle­
otide sequence. Column X provides the N2-region nucleotide 
sequence. Colunm Y provides the P 5' J nucleotide sequence. 
Colunm Z provides the 5'J-region nucleotide sequence. Col­
unm AA provides the D-J-region nucleotide sequence. Col­
unm AB provides the J-region nucleotide sequence. Column 
AC provides the FR3 nucleotide sequence. 

Detailed Information Regarding Antibodies not Tested for 
Binding to Influenza Virus 

[0094] FIG. 14 (Table 5) provides detailed information, 
including sequence information, about each of the antibodies 
that were not tested for binding influenza. Certain of these 
antibodies may bind influenza. Each antibody is identified in 
Col. A by antibody name and an indication of whether the 
heavy or light chain is being described. Heavy chains are 
indicated by Hl, H2 or H3 and light chains are indicated by 
Kl, K2, K3 or K4 at the end of the identifier in Col. A. Col. B 
indicates whether the clone was productive; Col. C provides 
the V gene and V gene allele; Col. E provides the J gene and 
J allele. Col. E provides the D gene and allele (for heavy 
chains). Col. F provides the V-D-J region amino acid 
sequence (for heavy chains). Col. G provides the V-J region 
amino acid sequence (for light chains). Col. H provides the 
V-region amino acid sequence. Col. I provides the FRI amino 
acid sequence. Col. J provides the CDRl amino acid 
sequence. Col. K provides the FR2 amino acid sequence. Col. 
L provides the CDR2 amino acid sequence. Col. M provides 
the FR3 amino acid sequence. Col. N provides the CDR3 
amino acid sequence. Col. 0 provides the junction amino acid 
sequence. Col. P provides the J-region amino acid sequence. 
Col. Q provides the FR4 amino acid sequence. 
[0095] FIG. 15 (Table 6) provides additional information 
about the antibodies in Table 5 (FIG.14). ColumnsA-C are as 
in Table 5. Colunm Dis the V-region score; column Eis the 
V-region % identity; column F is the V-region % identify at 
the nucleotide level; colunm G is the J-gene and allele; col­
unm I is the J-region % identity; colunm J is the J-region % 
identify at the nucleotide level; colunm K is the D-gene and 
allele; column Lis the D-region reading frame; colunm Mis 
the CDRl-imgt length; colunm N is the CDR2-imgt length; 
column O is the CDR3-imgt length; colunm Pis the CDR­
imgt lengths; colunm Q is the FR-imgt length; colunm R is the 
AA junction; colunm S indicates the frame of the junction; 
column T indicates the orientation; colunm Uhas function­
ality comments; colunm V has information regarding the 
potential for V-region inserts or deletions; column W has 
comments on the J-gene and allele; and colunm X provides 
the nucleotide sequence. 
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[0096] FIG. 16 (Table 7) provides additional information 
about the antibodies in Table 5 (FIG.14). ColumnsA-E areas 
in Table 5. Col. F provides the V-D-J region nucleotide 
sequence (heavy chains). Col. G provides the V-J region 
nucleotide sequence (for light chains). Col. H provides the 
V-region nucleotide sequence. Col. I provides the FRI nucle­
otide sequence. Col. J provides the CDRl nucleotide 
sequence. Col. K provides the FR2 nucleotide sequence. Col. 
L provides the CDR2 nucleotide sequence. Col. M provides 
the FR3 nucleotide sequence. Col. N provides the CDR3 
nucleotide sequence. Col. 0 provides the junction nucleotide 
sequence. Col. P provides the 3' V-region nucleotide 
sequence. Col. Q provides the N and D region nucleotide 
sequence. Column R provides the P 3'V nucleotide sequence. 
Column S provides the N-region nucleotide sequence. Col­
umn T provides the NI-region nucleotide sequence. Column 
U provides the P 5'D nucleotide sequence. Column V pro­
vides the D-region nucleotide sequence. Column W provides 
the P 3'D-regionnucleotide sequence. ColumnX provides the 
N2-region nucleotide sequence. Column Y provides the P 5' J 
nucleotide sequence. Column Z provides the 5'J-region 
nucleotide sequence. Column AA provides the D-J-region 
nucleotide sequence. Column AB provides the J-region 
nucleotide sequence. Column AC provides the FR3 nucle­
otide sequence. 
[0097] The following techniques and materials were used 
in the studies described above. 
[0098] Patients: 
[0099] All studies were approved by the Emory University, 
University of Chicago and Columbia University institutional 
review boards (Emory IRB#22371 and 555-2000, U of C 
IRB#16851E, CU IRB#AAAE1819). Patient clinical infor­
mation is detailed in Table 1. 
[0100] PBMC and Plasma Isolation: 
[0101] All work with samples from infected patients was 
performed in a designated BSL2+ facility at Emory Univer­
sity. Peripheral blood mononuclear cells (PBMC) were iso­
lated using Vacutainer tubes (Becton Dickinson, BD), 
washed, and resuspended in PBS with 2% FCS for immediate 
use or frozen for subsequent analysis. Plasma samples were 
saved in -80 C. 
[0102] Viruses and Antigens: 
[0103] The pandemic HlNl influenza virus (A/California/ 
04/2009) was kindly provided by Dr. Richard J Web by at St. 
Jude Childrens Hospital. Influenza virus stocks used for the 
assays were freshly grown in eggs, prepared and purified as 
described (Wrammert et al., 2008) and the hemagglutination 
activity (HA) was determined using turkey red blood cells 
(Lampire Biological Laboratories, Pipersville, Pa.) as previ­
ously described (Wrammert et al., 2008) or purchased as 
inactivated preparations (ProSpec-Tany TechnoGene Ltd., 
Rehovot, Israel) and included: A/California/04/09 (HlNl), 
A/FM/1/47 (HlNl), A/PR8/34 (HlNl), A/New Caledonia/ 
20/99 (HlNl), A/Solomon Island/3/06, A/Brisbane/59/07 
(HlNl ), A/Brisbane/10/07 (H3N2). Vaccines tested included 
the 2006/7 vaccine from Chiron Vaccines Limited (Liverpool, 
UK) and the 2008/9 formulation from Sanofi Pasteur Inc. 
(Swiftwater, Pa.). Recombinant HA proteins were provided 
by the influenza reagent resource (IRR; influenza reagent 
resource.org) of the CDC (recombinant HA fromA/Califor­
nia/04/2009 (HlNl) (#FR-180), A/Brisbane/10/2007 
(HlNl) (#FR-61),A/Brisbane/59/2007 (H3N2) (#FR-65)) or 
by Biodefense & Emerging Infections research repository 
(BEI; www.beiresources.org (recombinant HA fromA/Indo-
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nesia/05/2005 (H5Nl). A/Brevig Mission/1/1918 (HlNl) 
was purchased from SinoBiologicals. 
[0104] ELISPOT Assay: 
[0105] Direct ELIS POT to enumerate the number of either 
total IgG secreting, pandemic HlNl influenza specific or 
vaccine specific ASC present in the PBMC samples were 
essentially done as previously described (Crotty et al., 2003). 
Briefly, 96-well ELISPOT filter plates (Millipore, MAHA 
N4510) were coated overnight with either the optimized 
amounts of purified pandemic HlNl virions, recombinant 
HA from the pandemic HlNl (as above), the 08/09 influenza 
vaccine at a dilution of 1/20 in PBS or with goat anti-human 
lg (Caltag). Plates were washed and blocked by incubation 
with RPMI containing 10% FCS at 37° C. for 2 hrs. Purified 
and extensively washed PBMCs or sorted ASCs were added 
to the plates in dilution series and incubated for 6 hrs. Plates 
were washed with PBS followed by PBS containing 0.05% 
Tween and then incubated with a biotinylated anti-hulgG 
(gamma) antibody (Caltag) and incubated for 1.5 hrs at room 
temperature. After washing, the plates were incubated with an 
avidin-D-HRP conjugate (Vector Laboratories) and finally 
developed using AEC substrate (3 amino-9 ethyl-carbozole, 
Sigma). Developed plates were scanned and analyzed using 
an automated ELISPOT counter (Cellular Technologies 
Ltd.). 
[0106] Flow Cytometry Analysis and Cell Sorting: 
[0107] Analytical flow cytometry analysis was performed 
on whole blood following lysis of erythrocytes and fixing in 
2% PFA. All live cell sorting and single cell sorting was 
performed on purified PBMCs using either a FACSVantage or 
ARIAII cell sorter system. All antibodies for both analytical 
and cell sorting cytometry were purchased from Pharmingen, 
except anti-CD27 that was purchased from eBiosciences. 
Anti-CD3-PECy7 or PerCP, anti-CD20-PECy7 or PerCP, 
anti-CD38-PE, anti-CD27-APC and anti-CD19-FITC. ASCs 
were gated and isolated as CD19+CD3- CD201o1

-

CD27highCD38h,gh cells. Flow cytometry data was analyzed 
using Flow Jo software. 
[0108] Generation ofmAbs: 
[0109] Identification of antibody variable region genes 
were done essentially as previously described (Smith et al., 
2009; Wardemann et al., 2003; Wrammert et al., 2008). 
Briefly, single ASCs were sorted into 96-well PCR plates 
containing RNase inhibitor (Promega). VH and VK genes 
from each cell were amplified by RT-PCR and nested PCR 
reactions using cocktails of primers specific for both IgG and 
IgA using primer sets detailed in (Smith et al., 2009) and then 
sequenced. To generate recombinant antibodies, restriction 
sites were incorporated by PCR with primers to the particular 
variable and junctional genes. VH or VK genes amplified from 
each single cell were cloned into IgG 1 or IgK expression 
vectors as previously described (Smith et al., 2009; Ward­
emann et al., 2003; Wrammert et al., 2008). Antibody 
sequences are deposited on Genebank (Accession numbers: 
HQ689701-HQ689792). Heavy/light chain plasmids were 
co-transfected into the 293A cell line for expression and 
antibodies purified with protein A sepharose. Antibody pro­
teins generated in this study can be provided in limited quan­
tities upon request. 
[0110] Mutational Analysis: 
[0111] Antibody anti-HIN! induced plasmablast variable 
genes were amplified by single cell RT-PCR using primer sets 
and PCR conditions that were previously published (Smith et 
al., 2009; Wrammert et al., 2008). Variable genes were deter-
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mined using in house analysis software compared to the 
Immunogentics V gene data set and the IMGT search engine 
(Ehrenmann et al., 2010; Lefranc et al., 2009). Background 
mutation rates by this method is approximately 1 base-ex­
change per 1,000 bases sequenced (based on sequences of 
constant region gene segments). Comparisons were made to 
historical data some of which was previously published (Duty 
et al., 2009; Wrammert et al., 2008; Zheng et al., 2005). 
[0112] Plaque Assay and PRNT 5 0 Assay: 
[0113] MDCK cells were grown in 6-well plates at a den­
sity of 8xl05/well. On the next day, cells were washed with 
PBS. Tenfold dilutions of virus were added in 500ul DMEM 
and incubated at 37 C for 1 hour with mixing every 10 min­
utes. Cells were washed with PBS and overlayed with 199 
media containing 0.5% agarose (Seakem), 1 x antibiotics (100 
U/ml penicillin, 100 mg/ml streptomycin), 0.2% BSA 
(Sigma-Aldrich) and 0.5 ug/ml TPCK-Trypsin (Sigma-Ald­
rich). Cells were incubated for 36-40 hrs and fixed with 2% 
PFA for 10 minutes. Agarose plugs were removed and cells 
were stained with0.1 % crystal violetin25% EtOH for 1 min. 
After removal the crystal violet solution, plates were dried 
and used to count plaques in each well. For PRNT50 assay, 
MDCK cells were prepared as above. On the next day, mAbs 
were 3 fold-diluted (60 to 0.74 ug/ml). 100 PFU of virus in 
250 ul DMEM were incubated with equal volume of diluted 
mAbs at 37 C for 1 hour prior to the plaque assay as described 
above. Plaques were counted and the final concentration of 
antibodies that reduced plaques to below 50 PFU were scored 
as PRNT50 . 

[0114] Determination of 50% Tissue Culture Infectious 
Dose (TCID50) and Microneutralization: 
[0115] To determine the TCID50 , MDCK cells were grown 
in 96-well plate at a density of 1.5xl04 /well. On the next day, 
cells were washed with PBS and 10 fold-diluted viruses in 
100 ul DMEM were added into each well and incubated at 37 
C for 1 hour. After the incubation, cells were washed with 
PBS and 100 ul of DMEM containing lx antibiotics (100 
U/ml penicillin, 100 mg/ml streptomycin), 0.5% BSA 
(Sigma-Aldrich) and 0.5 ug/ml TPCK-Trypsin (Sigma-Ald­
rich) were added. Cells were further incubated for 60 hrs and 
50 ul of the supernatant was incubated with equal volume of 
0.5% of PBS-washed Turkey red blood cells (Rockland 
Immunochemicals) for 30 min. Four replicates were per­
formed for each dilution and complete agglutination was 
scored as HA positive. Virus titers were calculated by Reed­
Muench method. For microneutralization assay, 100 TCID50 

of virus in 50 ul DMEM were incubated with 50 ul of 3 
fold-diluted antibodies (60to 0.082 ug/ml) at 37 C for 1 hour. 
Cells were washed and incubated in the media as described 
above for 60 hrs. The microneutralization titer was deter­
mined as the final concentration of mAbs that completely 
inhibited infection. 
[0116] HAI and ELISA Assays: 
[0117] Whole virus, recombinant HA or vaccine-specific 
ELISA was performed on starting concentrations of 10 ug/ml 
of virus or recombinant HA and on 1:20 dilution of the vac­
cine as previously described (Wrammert et al., 2008). Briefly, 
microtiter plates were coated with live virus strains totaling 8 
HAU of total virus per well or with 1 ug/ml of recombinant 
HA protein. In order to standardize the various ELISA assays 
common high affinity antibodies with similar affinities and 
binding characteristics against each virus strain were 
included on each plate and the plate developed when the 
absorbance of these controls reach 3.0±0.1 OD units. Goat 
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anti-human IgG (Goat anti-human I-peroxidase-conjugate 
(Jackson ImmunoResearch, West Grove, Pa.) was used to 
detect binding of the recombinant antibodies followed by 
development with horseradish peroxidase substrate (Bio Rad, 
Hercules, Calif.). Absorbencies were measured at OD415 on 
a microplate reader (Molecular Devices, Sunnyvale, Calif.). 
Affinity estimates were calculated by nonlinear regression 
analysis of curves from 8 dilutions of antibody (10 to 0.125 
ug/ml) using GraphPad Prism. The hemagglutination inhibi­
tion (HAI) titers were determined as previously described 
(Wrammert et al., 2008). Briefly, The samples were then 
serially diluted with PBS in 96 well v-bottom plates and 8 
HAU ( as determined by incubation with 0.5% turkey RBCs in 
the absence of serum) of live egg-grown virus was added to 
the well. After 30 minutes at room temperature, 50 ul of0.5% 
turkey RBCs (Rockland Immunochemicals) suspended in 
PBS with 0.5% BSA was added to each well and the plates 
were shaken manually. After an additional 30 minutes at room 
temperature, the serum titers or minimum effective concen­
trations were read based on the final dilution for which a 
button was observed. 
[0118] Competition ELISA: 
[0119] Competition ELISA was performed by inhibiting 
binding of each biotinylated antibody (NHS-coupled, 
Thermo Scientific) at the half-maximal binding concentration 
with a 10-fold molar excess of purified antibody. All com­
parisons of different antibodies were based on percentage 
absorbance values for each antibody against itself (which was 
scored as 100% inhibition). Detection was using streptavidin­
HRP as described above for ELISA. 
[0120] FACS Analysis of Binding of Anti-HA Antibodies 
with H5 and it's Mutants as Previously Described (Sui et al., 
2009): 
[0121] The full length HA gene (H5-TH04) of A/Thailand/ 
2(SP-33)/2004 (H5Nl) were codon-optimized for eukaryotic 
cell expression and cloned into pcDNA3.1 vector to obtain 
the pcDNA3.1-H5-TH04 construct (Sui et al., 2009). All 
mutants of H5-TH04 were derived from pcDNA3.1-H5-
TH04 and constructed by the QuikChange method (Strat­
agene, La Jolla, Calif.). The full-length wild type H5-TH04 
and mutants expressing plasmids were transfected transiently 
into 293T cells with Lipofectamine 2000 (Invitrogen Life 
Science). 24 h after transfection, cells were harvested for 
immunostaining Anti-HA antibodies, or a control human 
mAb SOR (Sui et al., 2004) at 10 µg/mL or ferret anti-H5Nl 
serum at 1 :300 dilution were incubated with transfected 293T 
cells at 4 ° C. for 1 h. Cells were then washed three times with 
PBS containing 0.5% BSA and 0.02% NaN 3. FITC-labeled 
goat anti-human IgG (Pierce Biotech., Rockford, Ill.) or 
FITC-labeled goat anti-ferret IgG (Bethyl, Montgomery, 
Tex.) were then added to cells and incubated for 30 minutes at 
4 ° C. Cells were washed as above, and binding of antibodies 
to cells was analyzed using a Becton Dickinson FACScalibur 
with CellQuest software. 
[0122] BIACORE Analysis: 
[0123] The kinetic interactions of the mAbs with recombi­
nant A/Cal/04/09 (HlNl) HA protein were determined by 
surface plasmon resonance (SPR) using a BIAcore3000 
instrument. EM4CO4 and SF1009-3F01 antibodies were 
immobilized at 10 ulmin- 1 on a CMS sensor chip by amine 
coupling and recombinant HA at concentrations ranging from 
0.5 nM to 15 nM in HBS-EP buffer were injected at 20 
ulmin- 1 over the immobilized antibodies or reference cell 
surface. Running buffer (HBS-EP) was then applied for 600s 
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after which the sensor surface was regenerated by a single 
injection of 25 mM NaOH at 100 ulmin- 1

. For the other 
experiments, recombinant HA (His-tagged) was immobilized 
at 5 ulmin- 1 on NTA sensor chips with a influenza density of 
350 response units and the antibodies at concentrations rang­
ing from 1 nM to 30 nM in HBS-P buffer were injected at 20 
ulmin- 1 over the immobilized recombinant HA or reference 
cell surface, followed by a 600s dissociation phase. All 
experiments were performed in triplicates. For kinetic analy­
sis, injections over reference cell surface and injections with 
buffer were subtracted from the data. Association rates (kJ, 
dissociation rates (kd) and equilibrium dissociation constants 
(Kn) were calculated by aligning the curves to fit a 1: 1 bind­
ing model using BIAevaluation 4.1 software. Antibodies 
1009-3B06, 1000-3E01, and 1000-2G06 could not be deter­
mined because these mAbs did not bind to the recombinant 
HA protein from baculovirus sufficiently well for SPR. Avid­
ities for these mAbs and for the antibodies that did not neu­
tralize infection in vitro were estimated by Scatchard plot 
analyses of ELISA data (shown in parentheses). 
[0124] In Vivo Protection Experiments: 
[0125] Female Balb/c mice 6-8 weeks old were used for the 
challenge studies. Mice were inoculated intra-nasally with 
3xLD50 of a highly pathogenic, mouse-adapted pandemic 
HlNl influenza virus (A/California/04/09), or PR/8/34 or 
FM/1/47 influenza virus. The mouse adapted pandemic 
HlNl virus had been serially passaged in mice for five gen­
erations prior to use herein. The LD50 for all the viruses was 
determined by in vivo infection at various virus concentra­
tions, according to the method of Reed and Muench. The 
experiments were conducted in accordance with ethical pro­
cedures and policies approved by the Emory University's 
Institutional Animal Care and Use Committee. In order to 
determine the prophylactic efficacy of the mAb, mice were 
treated intraperitoneally with 200 ug (10 mg/kg of body 
weight) of the specific mAbs. Twelve hours later mice were 
challenged with 3xLD50 of one of the mouse adapted influ­
enza viruses used in the study. All mice were monitored daily 
for any signs of morbidity and mortality. Body weight 
changes were registered daily for a period of 14 days. All mice 
that lost more than 25% of their initial body weight were 
sacrificed according to the IACUC guideless. In order to 
determine the therapeutic efficacy of the mAbs, mice were 
challenged with 3xLD50 of the mouse-adapted pandemic 
HlNl virus.At various times post infection (12, 24, 36, 48, 60 
and 72 hours) mice were treated intraperitoneally with 
2000g (10 mg/kg of body weight) of the specific mAbs. All 
mice were monitored daily and the body weight changes were 
registered daily as described above. 
[0126] Statistical Analysis: 
[0127] Data was collected and graphed using MS Excel and 
Graphpad Prism software. Efficacy of the therapeutic and 
challenge experiments was evaluated by ANOVA using 
Graphpad Prism software. 

Discussion 

[0128] Our findings provide insight into the human B cell 
responses to a pandemic influenza virus strain. The unique 
genetic composition of the pandemic HlNl influenza virus 
meant that our relatively young cohort probably had little or 
no pre-existing specific antibody mediated immunity to this 
virus prior to infection (Brockwell-Staats et al., 2009; 
Dawood et al., 2009; Garten et al., 2009; Hancock et al., 
2009). Thus, two sources ofB cells could have contributed to 
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this response: newly recruited naive B cells, and pre-existing 
memory B cells that bound to epitopes conserved between 
past seasonal strains and the pandemic HlNl strain. We theo­
rize that predominant activation of the latter, pre-existing 
memory cells, can account for the observed high frequency of 
neutralizing antibodies (11/15 HA-binding antibodies), the 
majority (9/11) of which are cross-reactive with seasonal 
HlNl strains (FIG. 3C) and other group 1 influenza strains, 
including H5 HA. A number of observations support this 
conjecture. 

[0129] Most convincingly, there was a particularly high 
frequency of cross-reactive antibodies overall, with a high 
level of somatic mutations found particularly amongst the 
variable genes of cross-reacting cells (FIG. 2 and FIG. 9). In 
fact, by ELISA most antibodies were cross-reactive and one 
third of the antibodies bound to past annual viral antigens at 
lower concentrations, suggesting higher avidity to past influ­
enza strains than to the current pandemic HlNl virus. Fur­
ther, cross-reacting cells that bind with higher affinity to the 
pandemic HlNl strain also have the highest frequency of 
variable-gene mutations (FIG. 9B). Antibodies that were 
broadly cross-reactive were amongst the more highly mutated 
clones (FIG. 9B). We propose that many of these cells were 
specific for cross-reactive epitopes present in annual influ­
enza strains that then underwent further affinity maturation 
and adaptation to the infecting pandemic HlNl virus. Sup­
porting this conjecture, Corti et al. first demonstrated that 
naturally occurring HA-stalk reactive memory B cells could 
be isolated from the blood of people recently immunized with 
the annual vaccine, prior to the outbreak of pandemic HlNl 
(Corti et al., 2010). The nature of that study was to screen 
EBY-transformed memory cell lines, thus precluding the 
determination of precise frequencies of these stalk-reactive B 
cells. However, these antibodies were estimated to be quite 
rare; occurring at 1 in thousands to 1 in hundreds ofinfluenza­
binding B cells, varying by individual. In contrast we show 
that plasmablasts activated by infection with the highly novel 
pandemic Hl Nl influenza strain have substantially increased 
influenzaing to the HA-stalk region epitopes, totaling 10% of 
all influenza specific antibodies and half of the neutralizing 
antibodies (FIG. 4). In fact most specific antibodies isolated 
in this study were cross-reactive to past influenza strains. 
Collectively, the data described supports a model in which 
divergent viruses that are conserved only at the most critical 
regions for function will elicit a higher proportion of cross­
reactive and neutralizing antibodies. Thus although the acti­
vated plasmablasts of relatively few patients could be ana­
lyzed in detail at the monoclonal antibody level, we proffer 
that with the proper immunogen, the long-sought develop­
ment of a pan-influenza vaccine might be possible. 

[0130] Interestingly, the highly specific antibody EM-4C04 
was derived from a patient that had a very severe disease 
course, with persistent viral shedding over several weeks. In 
addition, the variable genes from the plasmablasts of this 
patient had the lowest average number of somatic mutations 
(FIG. 2B, outlier, and FIG. 9B). Taken together the unique 
specificity against pandemic Hl Nl, the low levels of somatic 
mutation, and the unusually severe disease in the absence of 
pre-disposing conditions suggest that this patient may have 
mounted a primary immune response to the pandemic HlNl 
influenza infection. The complete lack of pre-existing immu­
nity may have contributed to the more severe disease 
observed in this patient. In contrast, the activation of broadly 
cross-neutralizing memory B cells in those with immune 



US 2014/0046039 Al 

experience to annual strains might have contributed to the less 
severe disease of most infected patients during the pandemic. 
[0131] It is notable that there is a discrepancy between 
patients for serum MN titers, the severity of disease, and the 
frequency of plasmablasts expressing neutralizing antibodies 
(Table 1 and FIG. 3). For example, patient EM described 
above, despite having the worst disease course, had the great­
est HAI and MN serum titers. This may be due to either the 
time from infection ( day 31 ), allowing full seroconversion, or 
due to the presence of highly potent antibodies such as 
EM-4C04 whose activity was less likely to titer out. The 
highly specific nature of the response from this patient may 
have contributed to this advantage, ultimately better influen­
zaing the epitopes of the pandemic HlNl strain. In contrast, 
patient 1009 had relatively low HAI and MN serum titers but 
the highest frequency of broadly neutralizing antibodies and 
a less severe disease course. One possibility is that our sam­
pling from this patient was done prior to peak serological 
responses. Another possibility is that the high frequency of 
these potent antibodies in the memory B cell compartment 
may have resulted in rapid resolution of infection, precluding 
the development of a high serological response. A third pos­
sibility is that despite broader protection, the stalk-reactive 
antibodies are on the whole less potent and more rapidly 
titrated out then the highly specific antibodies to the HA-
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globular head. These various possibilities will be of signifi­
cant interest to study in the future. 
[0132] Finally, we report the development of a large panel 
of human mAbs induced by pandemic HlNl infection. Pro­
phylactic therapy with polyclonal or mAbs has successfully 
been used for RSV, rabies, Hepatitis A and B and varicella. In 
the case of influenza, mAbs have been shown to provide 
prophylactic or therapeutic protection in mice and other ani­
mal models (Palladino et al., 1995; Renegar et al., 2004; 
Reuman et al., 1983; Sweet et al., 1987). Also passive transfer 
of maternal antibodies in humans has been shown to confer 
protection (Puck et al., 1980). Several of the antibodies we 
isolated have broad neutralization capacity in vitro against 
divergent influenza strains and show potent prophylactic and 
therapeutic activity when used to treat mice that were lethally 
infected with influenza. These antibodies could provide much 
needed pandemic therapeutics to treat severe cases of influ­
enza and to protect high-risk populations. 
[0133] In conclusion, analyses of 46 mAbs induced by 
pandemic HlNl infection indicated frequent activation of 
broadly-reactive B cells. We propose that these cells had a 
memory cell origin due to cross-reactivity to conserved and 
functionally important epitopes. If true then it will be impor­
tant to characterize the efficacy of the pandemic HlNl vac­
cine to induce a similarly cross-protective response. 

SEQUENCE LISTING 

The patent application contains a lengthy "Sequence Listing" section. A copy of the "Sequence Listing" is available in 
electronic form from the USPTO web site (http://seqdata.uspto.gov/?pageRequest=docDetail&DocID=US20140046039A1). 
An electronic copy of the "Sequence Listing" will also be available from the USPTO upon request and payment of the 
fee set forth in 37 CFR 1.19(b )(3). 

1. A purified antibody or antibody fragment, wherein the 
antibody or the fragment binds to an HA domain of influenza 
virus and comprises: 

(a) a VH CDRl having an amino acid sequence identical to 
or comprising 1, 2, or 3 amino acid residue substitutions 
or deletions relative to a VH CDRl in column J of Table 
2; 

(b) a VH CDR2 having an amino acid sequence identical to 
or comprising 1, 2, or 3 amino acid residue substitutions 
or deletions relative to a VH CDR2 in colunm L of Table 
2; 

( c) a VH CDR3 having an amino acid sequence identical to 
or comprising 1, 2, or 3 amino acid residue substitutions 
or deletions relative to a VH CDR3 in colunm N ofTable 
2; 

( d) a VL CDRl having an amino acid sequence identical to 
or comprising 1, 2, or 3 amino acid residue substitutions 
or deletions relative to a VL CDRl in colunm J of Table 
2; 

( e) a VL CDR2 having an amino acid sequence identical to 
or comprising 1, 2, or 3 amino acid residue substitutions 
or deletions relative to a VL CDR2 in colunm L of Table 
2;and 

(f) a VL CDR3 having an amino acid sequence identical to 
or comprising 1, 2, or 3 amino acid residue substitutions 
or deletions relative to a VL CDR3 in colunm N of Table 
2. 

2. (canceled) 

3. The isolated antibody or antibody fragment of claim 1 
wherein the VH CDR and VL CDRrespectively selected from 
lines 2/3, 4/5, 5/6, 8/9. 10/11, 12/13, 14/15, 16/17, 18/19, 
20/21, 22/23, 24/25, 26/27, 28/29, 20/31, 32/33, 34/35, 36/37, 
38/39, 40/41, 42/43, 44/45, 46/47, 48/49, 50/51, 52/53, 54/55, 
56/57, 58/59, 60/61, 62/63, 64/65, 66/67, 68/69, 70/71, 72/73, 
74/75, 76/77, 78/79, 80/81, 82/83, 84/85, 86/87, 88/89, 90/91, 
and 92/93. 

4. The isolated antibody or antibody fragment of claim 1 
wherein the VH CDR and VL CDR are those of an antibody 
selected from the group consisting of: 1009-3D06, 1009-
3B05, 70-1F02 and 70-3B03. 

5. The isolated antibody of or antibody fragment of claim 1 
wherein the influenza is HlNl or H5Nl. 

6. (canceled) 

7. The isolated antibody or antibody fragment of claim 5 
wherein the antibody or antibody fragment binds HlNl and 
H5Nl. 
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8. The isolated antibody or antibody fragment of claim 1 
wherein the antibody or antibody fragment binds to the HA of 
two or more strains ofHlNl. 

9.-10. (canceled) 
11. The isolated antibody or antibody fragment of claim 1 

wherein the antibody or antibody fragment binds to the HA of 
two or more strains of H5Nl. 

12. (canceled) 
13. An isolated antibody or antibody fragment, wherein the 

antibody or the fragment (i) comprises a VH chain domain 
comprising three CDRs and a VL chain domain comprising 
three CD Rs; and (ii) binds an HA domain of influenza virus 
wherein the three CDRs of the VH chain domain comprise: 

(a) a VH CDRl comprising the amino acid sequence of a 
VH CDRl in colunm J of Table 2; 

(b) a VH CDR2 comprising the amino acid sequence of a 
VH CDR2 in colunm L of Table 2; and 

( c) a VH CDR3 comprising the amino acid sequence of a 
VH CDR3 in colunm N of Table 2. 

14. A purified antibody or antibody fragment, wherein the 
antibody or the fragment (i) comprises a VH chain domain 
comprising three CDRs and a VL chain domain comprising 
three CD Rs; and (ii) binds an HA domain of influenza virus 
wherein the three CDRs of the VL chain domain comprise: 

(a) a VL CDRl comprising the amino acid sequence ofVL 
CDRl in colunm J of Table 2; 

(b) a VL CDR2 comprising the amino acid sequence of a 
VL CDR2 in colunm L of Table 2; and 

( c) a VL CDR3 comprising the amino acid sequence of a 
VL CDR3 in colunm N of Table 2. 

15. A purified antibody or antibody fragment, wherein the 
antibody or the fragment binds the HA domain of an influenza 
virus and comprises a heavy chain variable domain having an 
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amino acid sequence identical to or comprising up to 10 
amino acid residue substitutions relative to the amino acid 
sequence of the heavy chain variable domain ( colunm H) of a 
selected antibody in Table 2 and comprises a light chain 
variable domain having an amino acid sequence identical to 
or comprising up to 10 amino acid residue substitutions rela­
tive to the amino acid sequence of the light chain variable 
domain (column H) of the selected antibody in Table 2. 

16.-17. (canceled) 
18. A purified antibody or antibody fragment, wherein the 

antibody or the fragment binds the same epitope on an HA 
domain of an influenza virus as that bound by an antibody 
comprising: (a) a heavy chain variable domain having the 
amino acid sequence of the heavy chain variable domain 
sequence ( colunm H) of a selected antibody in Table 2; and 
(b) a light chain variable domain having the amino acid 
sequence of the light chain variable domain sequence ( col­
unm H) of the selected antibody in Table 2. 

19. A purified antibody or antibody fragment, wherein the 
antibody or the fragment binds to an HA domain of influenza 
virus, comprising: 

(a) a polypeptide comprising an amino acid sequence iden­
tical to or having up to 5 amino acid substitutions com­
pared to a V-D-J sequence in colunm F of Table 2; and 

(a) a polypeptide comprising an amino acid sequence iden­
tical to or having up to 5 amino acid substitutions com­
pared to a V-J sequence in colunm G of Table 2. 

20. (canceled) 
21. The purified antibody or antibody fragment of claim 1, 

wherein the purified antibody or antibody fragment binds an 
HA stalk. 

22-46. (canceled) 

* * * * * 


