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Freeze at -80°C

FIG. 2
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34mg/ml = 1.557ml of VR4700 in PBS
50mg/ml = 1.525ml of VR4700 in PBS
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BAK solution 15 min
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0-2°C below l?ilter sterilization
cloud point
h 4
Room temperature 2 x 900 p! aliquots
above cloud point in glass vials
Y
0 - 2 °C below Cooled below cloud point
cloud point and frozen @ -80 °C
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Figure 5
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Figure 6
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Figure 7
CD8+ T cells
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Figure 9A
Two dose regimen immunization study with pDNA encoding influenza A HA (H3)
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Figure 9B

244 Two dose regimen immunization study with plasmid DNA encoding Influenza AHA H3
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Figure 10A

Expression of M1 and M2 expression
from segment 7
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Figure 10B
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Figure 11A Figure 11B
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Figure 12: NP consensus vs. 1990-2000 strains
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NP consensus vs. 1990-2000 strains
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NP consensus vs. 1990-2000 strains

Page 3

1999trans af 0L ... Cenn B £ TN T e T
199%rans aj A0 L iiaeiiesierarra s ae et sa e a st a e s N nean PR
1998%rans ab 10 T T T
19%8krang AP 10} A O [ [ DU TZ: TIPS ol ST,
198B8trans af 11 1 N 1 I YL T IR
1997trans AJ 1
1997trans AF L7 5 RS SN SR 2. S - - TE L TRS -TT T N
1997trans AF 1 s . M - A . T
1997trans af T 5 T T
1997trans af BOL veeeleivnaraeeforseossvarvarnasnnaseresnssssV¥8iaanaalslonaies
1996trans af B0L tvvvnesnansanncrroacsnistessesesnnn et e e e craraeas
1995trans AR BOL vrnccienunsrssebadtoaresbtrsensssenriansnotalinetanvorsasyes
1995trans u7 BOL i uwseeensaonoraveratatransars s ratied v ata oAt ctanmnnaenns
1994trans u? 0 1 I
1993trans af T 1 O R N L LR T
1991trans 12 301 civerionsnrefraernrnoccsinavanarsrrnrarens ¥ KeaVeuiaons
1981trang z5 B0] crasToencnerrarvronrssssarsscnsssensincnesVeooaKioolovousos
1990trans 1.0 R 11 ) - S R T R
199%0trans lo 0L sianinnns e risedrEr N arerinatcart it s E et e aray

NP consensus 361 rquiasnenmdnmgsstlelrsrywairtrsggntnqqrasaqqiquptfsvqrnlpf
2000trans is 1= T - T T R  E R SR R R R R
2000trans is 361 cihananne N e
199%trans ay T L R+ 1" 7. (AP | T Y - P
199%:rans af BBl verieavecsVBEeovevansnrrnisissasstioatonsansrnrsnrvannassa
1999%trans aj 361 .. T - T I - B F R R E LR F R R F RN
1998trans ab BE] selvesnecsnsarsessssresevvanivusrassnaasnrsssaansstrtonnaras
1998trans AF 36l t.oiaaeinsans BilVecsiararranans vesarmaessarssrrasbaerii ey
1998trans af 13 A T T I B Kecaoronnansssannsnsns
1997trans AJ 361 .. iiiiivrennanen N NI R R R T T T PR
19%7trans AF FEL vrrernvnsaVEA Devonvraroasairsraasssanncefocecioecaeafen
1997trans AF T3 R - Y F e R R R R R
1997trans af 7% 2 PO « easeenesernTseratraras T
1997trans af BBL cerveoaras s VRRBGucnritasasransnannrsasernsnsaran N T
1996trans a¥f 361 sivarerarveenaBaians T T R
1995trans AB BBl v irevecenunsaeBrecaarisracasst i e rasacan ettt ene etz
1995¢trans w7 36l civerrarammane Bancnnserotenttatotsnassssannbasstarsansnssoan
19%4trans u7 1% T S - S T T R R T P
1993trans af BEL ervuvessvemsssBuraeiretrssaesnsadsrranonsorrsarsrtassanssras
198%1trans 12 < T 7T - F Y TR R IETR
1991trans z5 361 .iceineaventbae., bRt resErsaen [ TR TR
1990trans 10 361 Lisercrraaanan
1990trans lo BB s utencrrvrrvea@aariaavirrr et sar et n sttt abbat

ant P Y EB EETE R YR Al s N AR s AR IR Il WAy

NP consensus 421 ekstvmaaftgnteqrtsdmr-aeiirmmegakpeevsfrqrgvfelsdekatnpivpsf
2000trans is P T R LR R R R R PRI
2000txans is B T T F R R
1995trans ay T T I < U T . e Y « N R R R R T R R
199%trans af 421 .rpadaaeckeviiirnniamte oo S.r. . dis . eanrsvirarsansnanens
199%trans aj A21 v b asensrasneanssnsst™ st rracenasen et st tn st santanaans reaa
1998trans ab 42T cierasrinesnstanraoan . reraramrrs B T T
1998trans AF Y- TR . SR IR ST TR N N TR
1998trans af 421 TResvereSiolenriare=taVirraa8e i EliigirevaraeraiesBierann
1897cxans AJ F 5 P R N T R RO R RN N RN
1997txans ARF P LR = 2% W U PR USRS 5 JO . P - PR N PR R T PR PR
1997trans AF 421 orVodev oKezoorrsarna=tecesr a8 iBiiiercnnnsnararansannes
1997trans af B2 o vvenensnsnvsasrasacn s irasarnsasatsdt Pt ranbatinedterat T
1987trans af PE- S T I VAU "SR SIS I S I e R
199¢trans af Q21 4ovevnnennaconnsrnsse=raservearsbocnersnassnaccans tiesesarean
1993trans AB F W L R L A TR T R RN
1995trans ul A21 v vnonnnansnrsvavmarsmensanrearboiren st iie it iiasaanrnas
19%4trans ot A21 vrvsesensanrunasessaasTensannet et en At s hneainbatryun
1993txans af B2 urnvrasnesssensant i ™ e tastebrarsn st iisrattanesiaianns
1991trans 12 821 YB., e VeBeeMennnaeer~tiVereaaSaves8loiGuirinnneesananaanes
199itrans z3 421 drt.i...sfeieresnsris=baceser 8. T Guarans e eBSisrens
1990trans 10 421 ivenens e rambuesrte s Tt ade st E st s st ceeiren
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NP consensus vs. 1990-2000 strains

Page 4
1590trans lo 421 vieninens Ceissererans LT PRI Kevrvaune cesbsrtbrase s saranse
HP consensus 480 dmsnegsyifgdnaeeydn
2000trans is B0 ..., —w=————————
2000trans is 480 ei.....===rmemmeee
189%trans ay 468 -
198%trans af 480 s erasenvier
189%trans aji 480 .. iirnnrinasruraan
1998trans ab -

1998trans AF
1998trans at
1997trans AJ
1997trans AF
1997trans AF
19%7trans af

1997trans af 4B0 suviacaenanaarianan
1096trans af 48D teiiirararesereraas
1995trans AB 480 ..uieae Char e
1995t rans n7? 480 . .iivsvaanaan Vhaen
1984¢rans ud 480 L neirrenrraraaas
1993trans af 480 ...ven wevsrenns e
1991itrans 12 L7
1%91trans z5 ABO i ivnrnrsasanrae-rus
1980txans 10 480 suavrrvarenanaaenana

1990trans lo -3 T

« Same amino acids... dotted line

« No sequence available — dashed line

« 22 NP full, or nearly full-length sequences available
for comparison from www.fiy.lanl.gov

« Amino acid chosen for consensus based on amino acid with the
majority of the 22 sequences. In cases of a tie, the amino ac1d
found in the 2000 strain was favored.
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Gene
Plasmid & Orlentation

VRATES > ] Intron A Seg7>’ mREG

VR4759 > . intron A - PEEMEES S | mREG

VR4762 > Intren A’ EEENESEEE  mRBG

VR4TE4 > ‘Seg 7>

VR4765 » SRR

VRA4766 > & Tinfron Als ESRSRPETERL L dmiRaGy ki TR T REY THE Seg7> :"_"*f-' BGH
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Figure 13



Figure 14

Influenza A Western blots
M2 and NP expression in VM92 cells
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Figure 15

Influenza A Western Blots:
M1, M2, and NP
expression in VM92 cells
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