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B79) and A/ Puerto Rico/8/34 (PR8) in SPF eggs 30
2B79




Cl oni ng 1 [err] [err] 35 Coning 2 [err]
[err] Coning 3 [err] [err] 40

Pass - ) ne Separate portions of
all astoic fluid containing A puer &P QPJB%% éﬂd Al Eq. 2/ Brentwood/ 79 were

45 stored gtHdeMapdiutmliod inHidRion lidst Reassort ment Si x eggs were inoculated with
0.1 mM of a lfkemagglut@blidatintobitiaf way determidedbe it wiatrchd Hescribeat in D DeeiIRepbia@ilned
by the tri f9$5§ E#Nm?rﬁgowmﬂ@t g Jof drhdpition qfvmewﬁgs{hh@s@ne Bothgnagent o genetically
i nocul at gd” ge viruses in %{e%socilxg 20tRgrumy og ﬁ“ AEa YMiZMEET mhishdike
A/Puerto PrefvoRd/e PRIFNGF R WS TSI YRS °é‘f“§d" RYT M of a

1, 000-fold dllutlon of A/ Puerto R|c0/8/$,43|§5nﬂ the last two eggs were
inoculated with 0.1 nml of a 100-HaemsggilitihationdnhibifiorMeBuert o Ri co/ 8/ 34. The

Si X eggs were then incubated at [err] for 24 hours. Allantoic fluids from
each paif of eggs wer e harvested and pool T0:.20 %A[“@F'f‘j“'? ch ool was
- added 20 [err] "BY® anti-A/ Puerto Rico/8/ 34 BHTPSURERY The AF%i serum
wer e 55 i ncubatgdle/yRicoeght at [err]. 25_[ejm§d amant adi ne gis @amm was
then added. 100 [err] of the resulting m xture was i noculated into each of
a pair df eggsAEah/Blenwwepd7Subsequent |y i ndedsabadi® or 36 h®drs at [err].

Fluid fromthese eggs was haryested and | ed_angd subsequ ly diluted in
a 1,000-fol d di F"TFE'?%H "GFSRPBYEFE 0 Ri col 8/ 33 e3P gur um and @56 [err]/m

amant adi ne ( frhaRl re&R9 C8EHy MbivORa:L tfn@géﬁeﬂ&ll\g rea6dohad vidisl Hak i Seem bR SN \BiBenic
i nocul atzedchanit@er 8BS pefdntl Alh. PBren@ge)79 tihet manevrueno Gitbased for 48 hours at

[err]. Fromone eg contal ning 60 a [err] dllutlon of virus, allantoic

flgﬁl was q)dﬁf?"ama ae%‘gmtweetor”’e Lution i |n al | antﬁ’ 9&'
(Fazekas e dliny 'Eﬁ? 3 %; wig 73)’;\1% 9 éz’%@qﬂ :ﬁrnr#‘ %ﬂ%\fb Are )
Was pas e Uarfalifefetic @vn)ﬂs?é as\dg fénh o Rico/8/34 and
r eassor t andnbisdif ausaas i2ad. she bﬂsM&d sﬁd’v&atnmte w %bw%?ﬁyh&ft% exPleb<e@rad
and amant an!airqeetagd-lofv\mvte&utzsewm comélprese@eruempcnal egd8cetument , haemaggl uti nati on
i nhi bition and neuram nidase inhibiti on. 5 tests were carried out on the
putative, genetically reassorted r 13 665 Bl c¢)

Haenmaggl utination inhibition tes;“eﬂg%m?das mh'b't Flt%% i nhi bition was

determ ned by the nmethod described in V\HO Tech. Repantidoum170, 1959. Table 2
shows the exteWtusof inhibition of haemaggiRuerad&idodi34by beéiEh. Pirap63 and

geneticaglly Wm#—am'semw#mmo
Ri co/ 8/ 34 and A5 B9 3ni 1 63, which, Iike 5799 Eq. 2/ Brent wbbd/ 79 bel ongs

to the second A,gﬁf_ez,é}gm@mgdge i nfluenza virus.z7lABLE 2 Haenmaggd it i nation
inhibition test 10 : _

Anti ser um \/ I r UBenetically reassorted virus 41.3 A/ Puerto Ri c88.8/ 34

iM Eg. ﬁ b 6e3 reé{.xllfsug ! O R334 i reassorted virus has theSr}eZ\Jgamlglg?e angfmf
1285 Gteng‘,[llc?:ig r $f eﬂée %\%%n%o%’d@z\?r tharr A/Puertcthco/%A, g_ 280 0
These resw)maﬁitaardf)geﬁdﬁewytrbﬁsortebe.rgsefbe&elnmaltw reassorted virus has the
haemagglut i nTe @néticgjlymeagsa?@d eihamas baapted fo grbw inDéer cegetls (Ntﬂqabléfkcﬁn Bowy Wikochtori@s,
rat her t héwmpf/ﬁpa%qntﬂbbw%msm Th @ en PlrirfcHmfesring qagly pasHeges, with
neur ani ni d,%is%a‘; WE‘F&%@ e;?he ?}Sgtg\{z 1B3EMoBS teRaeTAZEHEY " FERSHHRARIET Dy
WHO and describe nry et al (Bull. WHO (1973) 48 199-202). The
extent & inhibition by both parent 25 and genetically reassorted viruses
was again seen in the presence of antiserumto A/Puerto Ri co/8/ 34 and
antiserumto A/Eq. 2/Mam/63. The results, shown in Table 3, show the

i nhi bition expressed as a percentage of that observed in the presence of
nor mal ssabbit serum TABLE 3 30

Neur am ni dase inhibition test Antiserum Virus

Al Puerto Rico/ 8/ 34 Al Eq. 2/ M am /63

60

65




) " AN Puerto Ricol/8/34 78.5
.0 A/Eq. 2/Brentwood/ 79 X 37.9 68. 1
netically reassorted virus 41. 3 68.3 40
age results clearly show that themqpeyRgss B1eassorted virus has the
uram ni dase antigenic character of the parent A/ Eq. 2/Brentwood/ 79 rather
an A/Puerto R co/8/34. e) Ada tat| on offA n‘btl caII reassorted virus to
/1 culture 45 Se"aW?és E’H ﬁg B\'ﬁ gensd Basf‘b"e@row in
ro cells (obtainabl & o‘\e/\'/°L 5oPa oPieéeé‘“ r%a"'r"nma'"@c'aie andy" by seri al
dssage. dhis was done at |ow dil woburdtiorf | NMagailiM f erehitRiainl y passages,
th the dilution being Pssigeased aitutibhe Vi r{we/madapt ed. fitedbl e 4 shows the
emaggl utinin titres—durtngpassage—haemaggtut+t——ttre—betrng- a neasure
growth. 60 65 6 EP 0113 665 BYeatABLE 4 SBri al passdgi ng of A/ Puerto

co/ 8/ 34, A/ Eq. 2/ Brentwood/ 79 geneg ifgal ly reggsorted virys through Vero

II's in the presence of gama-irradiated trypsin 5
ocul ati on Trypsin 3 Haemmgglarti ni n Pagsage sdi | ution
err]/m) titre 1 _Neat 5 i 32 10
‘ s Neat 4 20 : 10 403 32 Jerr]
64 4 erfd-» 20 . 32 5
(] 20 > 56'% 20 “rerr] *® 20
6 20 6 7 107 [errd 256 15

6 By current opinion a haemagglutinin titre of 256 is acceptable. Exanple

Prepardfion of a genetically reas¥rted vird® derived 2% om A/ Eq.

Newmar ket / 78y Zarrént opinii d\Beebiaggadramtitre/ bt 26568 abaepthldei Ng t he procedure

Nt ned i nEExaIer) e 1, parent viruses were triple cloned at limt dilution
SPF eggspre;ﬁﬁﬁ#oﬁhofEfb%néi#cinﬁ%é%ls&eﬁlmg dbivailoheaRd. Putdvirserkliven/ 8/ 34 egg was

ken and® passéhgOsiGRreat vihges ] dilution to increase the volune avail abl e.

| ant oi ¢ f | uiFellonrsy tist peocedurabutfirediir] Exambhh paesat virgees remg@imeﬁﬂﬁm'tdﬂ WP ndmRs

re each iasgedosindte alfpntpic fuid frap thi ABuerio Ricp P en g{%ﬂsfggeg £¢,once at 10 dilution

Newmar ket 77eregsg) thg, vPiymte yeilable; Alaerie f1aF 9vadistUs n Of %f)%dé?to Ri co/ 8/ 34.
%e eggs saved) Rebsaetthedted at [err] for 24 hours and the allantoic fluids were

h

T =0 N N NoEES G e St R e i o o e

rvested and Twbegys caleech lndé@la@@wtp@nrrr}lOfﬁwﬁddldetdwﬁbtﬁlﬁh wellewmddﬁdaﬂcoo @f ¢f]

anti - 1%E9Q)fop§a yogcn(ogyPa Fﬁ@(&fﬁ ngrqlugt@pqeg %"l ?,fh rd the al antonc
peinar e BT e TP i) @ et
: resul tings a uﬁi'ﬂ& Q@lidnt hﬁ!u@l okdlfed!| oNthee@g%

*}Fr@ﬁtaéigg §er Glsb]
afmant adi ne ipRbla@@Jheasgsatesintuba@tl ko&luedourér fie7egus rivaiag biketoadtuedvdspooled) 300 i

héurs at [efve\rﬁ] takehland 8@ sLdf tantirdy/Pagricaifticast/3s a‘ntlwdnmsaqwgéhé@ipl @@@tapeek § myimilgvas

t ak d ¢ 9.1.64 of ff?t’!“’“N I“l°6”' ¢igiogpch.of tirpeieg t§d atpa for 48
[ zr ?? :R’Rﬂigﬁ% i%xa@agal Q@%gs af)p s%at %’F't?[ﬁ‘é'o?ﬁ S(T &%gols on shell. A

hocul ated I nto teac e ggs, toe re i ncubated at [err] for 48

hours. As |anEaﬁwgpthami,mhrbas:ult§ant al | ant 0| c fluid was passed at limt
dilution 3 tlhiasemagglatmaam mh@utlgmtesmslthen/bazt@d petrTfils tgst] the resultsweliwhictingmn shown in
pk &par ed QJE %@?qth{t&‘ %"ca* a rmﬂgbérr'g'new'qees hall?"tepf of ﬁfsqs
hgpemaggl ut i b t'r , ofa@t% irst r:cgg%f E&i lnthﬁ virus.
resul ts of which ares ovvnln s ovve egenetlca
reassorted virus has the haemaggl ut| ni n Taetd genl c character of A Eq 45
1§ Newnar ket / 79 both in the presetremagdiutipatiqn-infipitier test Ri co/ 8/ 34 anti serum
ahd anti-A/Eq. 1/Prague/ 56 antiserum The Prague st ratl n, |like the Newnrarket
sirain, is a stygain of the first type of gﬂygr(beglwg,f‘yenza\,ég hpagud@BLE 5
Ha_erm_ggl uti natiaon_inhibition test 50
4 s A/Puerto Rico/8/34 . 6144 less than 12
A/Eq. 1/Newmarket/79 less than 12 12288
Genetically reassorted virus : less than 12 3072

8 d) Neuraminidase inhibition test
A neuraminidase inhibition test was also carried out, as for Example 1 except that the antiserum of
A/Eq. 1/Prague/56 was again used in place of the antiserum to A/Eq. 2/Miami/63. The results, shown in
Table 6, show that the genetically reassorted virus has the neuraminidase antigenic character of A/Eq.
& 1/Newmarket/78, rather than A/Puerto Rico/8/34. As in Table 3, the figures given are percentage inhibition
~ Compared to that observed in the presence of normal rabbit serum.

7



Anti serum Virus A/ Puerto Rico/ 8/ 34

Al Eq. 1/ Prague/ 56 A/ Puerto Rico/8/34 ‘ 6144
| ess, than 12 55 A/ Eq. 1/ Newnarket/79 | ess than 12
1228§“Genet| cally reassorted vigpsg 113665 B | ess than 12 3072 60

d) Neuram nidase inhibition test A neuramnidase inhibition test was al so
carried out, as for Exanple 1 except TABHE 6t he antiserum of A/ Eq.

1/ Prague/ 56 was again used in pNf#g@ingese ngibigpt tserumto A/Eq. 2/ M ani/ 63.
The results, shown in Table 6, show that the geng\tlcally reassorted virus

has the neungpini dase antigenic char acm,(,e,gg m%,gg,t Tf"f%myﬁ;&%,@@ rat her
t han A/ Pue 3—the figures given are percentage
i nhi bition F8Pusonfémo@G4t o t hat observed in 7le presence of 7ormal rabbit

serum 7 EP 0113665 Bl TABLE 6 Neur ami ni dase inhibiti on test Antiserum5 :

Viras, Akq. 1/Newmarkey79 A Puédto Rico/ 8/34 304 A Eq.

1/ Prague/ 56 oy Bigiyt @a&m 4 15.7 - 76s%

7.8 A EQq. 1/ Newmarket/ 8.7 30.4
10 Geneel Addptign b"easxsﬂnatl\e(bassort%wrus to csll culture 15.7 58.6

e) Adapt | orP 'afpr @ries prown opeé%squth%elemqaht reagsogted Wn@um tVe'IOecefRa ﬂrefmwa\mst he

growt ¥ Sy ”dF’th arrive; edy! ”‘f°é‘a§§ piEgenes pLgamma-iyadigted dvpsin. The o
I W@acb glubnln tm'e \ﬁas7agla|§]rmea ur%agt i r.mr o ggrr%\%tzl'l\%g pgo rralssa TE Ipus[sa%rrn_cr; is shq:voﬁl é"

presence of gamm i rradl ated trypsin. The haemagglutinin titre was again
measured to nonitor growth. The progmasiE df this passaging is shown in
Tabl e207. TABL¥eri3l gagsaging of A/Pugke |R&P/8ga§é5alg i1iNgwoBrka/7p gepatigal R reese@1eg4 A/ Eq.
1/ Newar ket / 79 geHetsi tRarehy Vera £84olt 88 PFTSS Ot AFBMYiTadiaieg 18Tt s in the

presence of gamma-irradi ated I"'E’f(m,bn I nog%:?,fl on H/anT ngﬁﬁgnn

Haemaggl uti nin Passa@gssage hon {pg/ml itre titre 25 1
Neat 25 156 - 32— er;] 20

1 30 1 3Neat 1Ferr] 32 20

32 4 ' [err] 32 5 [err]

15 48 35 8 ?(91[err] 20 15 ° 64 7 _
[err]s 15 3 1®6 40 Boe maxinumggitre of 96 was judged

to be acceptable. Exanple 3 Using simlar methods of those described in
Exanpl es 1 and 2 above# re-assoit®&d virusé@8 obtai ned32rom A/-PR/ 8/ 34 and,
respectively, A Eq. 2/ Canbri dge/ 80 and A/ g 2/ Col un‘%Js/ 2/ 78 were prepared
and 4% shown to grow in Vero cells. Exanpl’'eé 4 Denonstrtation that growh in
Vero cells is dependeng upon theg-RNA 7 seggent of A/ BR/ 8134 Many different
reassorted viruses having genes derived from Al PR/ 8/ 34 and from equi ne

i nfluenza 50 vi ruses wére prepat®@l as desdfi bed abov& and tested for
growp in_Vero ce cac ch of t he equi ne parents were al so

I 1s. 8/ 3 nd
tested for grEurn™ e 81d%’%’?s ’Hégpt% H8 REUFPEPSt the RNA of each reassortant

was i degxbinblees] by extracting the virion RNA (Hay et al, Virology 83, 337,
(1977)) andingrmligsmagodstof iyose Gdsytmeyih Bxnbes g alnd'@l2B6el apharnesmsus(epeﬂtﬂm and
Schul prelfPm PFFEE/34 aad. resneetidely. SYFg. 2K3mbRdapE0 apd 97EG) 3/Colirm@s/2/78 were prepared and

shown to grow in Vero celis.

Example 4
Demonstration that growth in Vero cells is dependent upon the RNA 7 segment of A/PR/8/34

Many different reassorted viruses having genes derived from A/PR/8/34 and from equine influenza

50 viruses were prepared as described above, and tested for growth in Vero cells. A/PR/8/34 and each of the

equine parents were also tested for growth. In addition, the source of the RNA of each reassortant was

identified by extracting the virion RNA {(Hay et a/, Virology 83, 337, {1977)) and analysing it by

polyacrylamide ge! electrophoresis {Palese and Schulman, Proc. Nat. Acad. Sci. 73, 2142, (1976)). The

. results, given in Table 8, show that growth in the cell culture occurs only when the RNA 7 gene of the virus

55 js derived from A/PR/8/34.
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esul ts, given in Table 8, show that gromh in the cell culture occurs only

when the RNA 7 gene of the virus 55 is derived from A/ PR/ 8/34. 60 65 8

EP 0 113 665 Bl TABLE 8-Reassortant: 1 2 3 4 5 6 7 8 9 1011
12 A PR/ 8/ 34 Equi ne 5 NA nent Pl E E E P P P
| a HER 0 113568 81

P~E
P
E

PRI

e

E P E E E P E

P
E P ' P TABLES 10 P3 E E
P E E E P E HA E E
FReagsortght: £ 3 4 5 6 7 8 9 10 11 12 E pAPR/EBI34 EquineE E
Pofe E_ E P E IS5 NA E
piNASegment, P EM 7) P
AE1PE %PPPPEEPEEP =Po0 E e

EEPPE P P E E EFE P P E Gosth in

+ + Vero cells? 25 Notes: (a)
The equfne paref? re&ssbrttanfs P1, P2 P 3Barfl & Was PA/ Eq. P1/ Cor neFl / 74;
for 5 it was A/gEg. 1/ Ne rketd 74; fo apd it Al Eq, 2/ Col ugbus/ 78;
for 8, 9, 10 anﬁﬂll it ﬁ é/ q.ZZIErBrén?Emgd/%QI;E a%\g%f or 15 it vvasggl Eq.
2/ Canbri dge/ 80. Neb) "E' meams et he segprerr ®ast derived fronpt he equene
barent ,"P" fromthe A/PR/ 8/ 34. 30 Exanple 5 Vaccine fornul ation
| nactivated genBfically Feabs&rtdbiPud dErifel ffom 35 P E  AEg.
L/ Newmar ket / 77 prepar gd @cgor gi o] eg2 10 [epr] Inactivated
henetical ly reag‘?c))rted v?r u'g %er?vgg %r oHrEnX,%/ qg. E2/EBr(';nt woogl/79 as ;E)r epar ed
pccordizng to Exasple 1 £ 1 [err] 40P P E E E ELP Intepnationag units
nmuno purified tetanus toxoid 200 Al um ni um phosphat e

- -+ + 200-[err] 45

+ 0 TUMUMUMmMM
Rl MmO M) [ m
Mo gm o

+MTUMTUMmMoMm
+MTOMmMmMmmMmomm

P P
E P2 P E
+ o+ + - - -

P
+
for

“$hosphat e butP@r®F’saline (pH 7.2) to give total volume of 2 m. Exanple

b Denonst ggkd.on of serol ogi cal response and protection against viral

hal | enge bya)viae GlqGite parent fod WeakssetaM€lish, Manduaids QBRSBTS 19A6GI Wad Rdq.
ith a doggevoﬁ?r%?@tiqu %\ﬁgg@@tffg%@olmbhﬂaher §, Avidnhd tnit eadAEe v Bomiwreti@g
ith the r, t n eks | ater. FEight confrol ponies were not
e G . WAt P eosoaly o8 e e pocishire Pree 2B o b RBRgEST e
Seven weeks |ater, haemaggl utinin inhgitdiop assays (HA) were carried out
tising the vaccine strain Equi. 2 Vivedtmedbichuldiiem all the ponies were

hal | enged with virulent Equi. 2/Newmarket/79 virus, given intranasally. 7
days affer the 15 Whdivitehgencticalie resssorted viney deriescifitmed for clinical signs of
nfl uenza i nfect i ofYEft BNpYEPaLkeY7 & a3 7EPypd Afsire9zemel? 2] of® ugh (CO)). A
post - chal | enge HAl | i4RS a6 bédeRchi® HasdhedoRkSaedl dLhork NE primary vacci nati on.
he results, givenakEq FerbhiRollANgG drigidcCactording @\VExdriptd 1t helovigcci ne gave a
flose-rel ated serol ogi cal response and a good neasure of protection agai nst

3 ubseqd"ent i nf ect i Eninteg@tigw! gnits immuno purified tetanus toxoid 200
Aluminium phosphate 10 mg
N Thiomersal 200 pg

a5
Phosphate buffered saline (pH 7.2) to give total volume of 2 ml

Example 6
Demonstration of serological response and protection against viral challenge by vaccine
50 ) Twelve Welsh Mountain ponies were vaccinated with a dose of vaccine in accordance with the
invention and revaccinated with the same respective dose 21 weeks later. Eight control ponies were not
vaccinated. Some vaccine preparations also contained anti-tetanus vaccine. Seven weeks later,
haemagglutinin inhibition assays (HIA) were carried out using the vaccine strain Equi. 2 virus and then all
the ponies were challenged with virulent Equi. 2/Newmarket/79 virus, given intranasally. 7 days after the
55 challenge, the ponies were examined for ciinical signs of influenza infection (temperature (T} of above
102°F (38.8°C) or cough (C)). A post-challenge HAl was carried out 31 weeks after the primary vaccination.
The results, given in Table 9 and Figure 1, shows that the vaccine gave a dose-related serological®
response and a good measure of protection against subsequent infection.
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EP ‘0113 665 Bl TABLE 9°HAI- Titres Pony code 28

Ser o- Clinical 5 G oup no. Tr eat nent
weeks conversion . ‘signs A ' 27 Dose | evel
192 384 30 tet #pIp 113 665 B 768 768
C 43 192 768 + 10
34 Dose | evel 3+ 76BABLE 9 1536 35 t et anus
7esTaT AR Tires, ., 307 T A5
22 pgrﬁ,ecohgvel 9+ 384 ,g 88 28  garo. telaANPRical
884 éIQup no. Treatment wﬁeﬁg weeks1 53 6conversion Tsigns
5 Dose-tlevel 3 102 102 —_
A 18 gg Dase Heyelt 1+ et anugg 1%&84 /68 a
- tetgmus 7 g - ContTols 1
o treat menj 643 192 9 2 768 C24
; 48 B + 34 Dose level l4+ 25 768 1536 51~
96 B85 tetanus 1C 52 768 768 - 6
i + 48 C 53 48 384 G- 96
§5 28 tetanus 1 384 -
i 30 56 50 | 192 @536 96 c *
- TC N.B. The dose levels are expressed as arbitrary units. Exanple 7 G owh

- of reassortants Pn MDCK1Bel | s Fwké Gweirty substiéhti al I;ﬂzt he sanme- procedur &€ as

£ gi ven abov® in Exanpl es 18 and 2vithpetaeaeyst ant 499f t he’8qui ne i rf | uenza

“viruses A/ Eq. 1/ Newnar kél/ 77 and A/ Eq. 2/ Bre Bvood/ 788wi th A/ PRI 8/ 34 were

. prepared. The g&aSEOTtanys and Lha.Gedi Ne parents wej@ each tqsted twice
separately for growh inrg4the Madi n-Darby Cani ne Kidneg cell [|iwne (MDCK) TC
(avai |l abl e2sf rom Fl ow Lalbbratories, Irvine, Scd | and).9%As in tke case of Ta0
Exanpl es 1 and 2 above, 53uitable cell culture &onditi%ns for tthe partic ar

cell line were chosen bg3reference to publishegd crit%ﬁia and/q_"r i nf or matx on
avai l able fromthe suppksers of the cell lineg The rggults arg presentegein
Table 10. ®ABLE 10 HA Teére at 3 days |nocul ura dil utisen Mrus 1 T1C
\</I2r U§22 l\hg.?q' h(rigcf?ées leyels are ;gpﬁelélsseddfasnaer"l?;[é?ry]units. 42’2 2i2 42’2 3:2))2
<2, <2 Exa®ple 7192 [err] <2, <2 48, 48 <2, <2

rowth of reass nts inp MDCK celis
égz’ 192 [&rr Follg ingé ‘ki?;-intialey the e ggdre éalssgive bov 'ﬁ%kan‘fp%es 1 E& Zéll':é%g ang'sgoli the
[ err ] equine szenz viruses A/Eq. 1?%@ ?ﬁetﬂ? and A/EQ- 2/Br<?tw d/79 with1 R/ e %FJ% red.
not done The RksoRSRE€and the ediiie pB@RS were each thtéd t\nﬂcige;é&atéNOﬁ)EQO%)in e M&ginDarby
was A/ Eq. 1/ NawneaKidaey dell liie (MBCR) (acsatde frel Fixov Labotatapiks, Vivine,SSchtiandil A8/id°RYeShaSof
Virus 3 wag, AxEmple)aBdadabavecditab® cufl sulturegongitipngfor the partigulan erll ling ware ehegerdbyaeference
A/ PR/ 8/ 34 65 ' Puplighedre] ‘T;W’%éﬂf?’"ﬁﬂ‘l"t pifailahie, fip i the queplisre of therfell dipe.¢Thg segufis are

10 presente

TABLE 10
- 45 HA Titre at 3 days

Inoculum

dilution Virus 1 Virus 2 Virus 3 Virus 4

neat 48, 24 48, 32 <2, 32 not done

5 10™" <2, <2 32, 32 <2, <2 192, 192

1072 <2, <2 48, 48 <2, <2 192, 192

55 10"3 <2, <2 48, 48 <2, <2 192, 192

1074 <2, <2 32, 24 <2, <2 192, 192

1075 not done not done not done 128, 192

60 Notes
(a) Virus 1 was A/Eq. 1/Newmarket/77
Virus 2 was a reassortant of Virus 1 and A/PR/8/34
Virus 3 was A/Eq. 2/Brentwood/79
Virus 4 was a reassortant of Virus 3 and A/PR/8/34
65 (b} The MDCK cell culture contained 2 pug/mi of trypsin.
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s£FP 0113665 Bl Clains 1. A genetically reassorted vi erived from an
4 fquine influenza virus and the human influenza vi rmmum, cﬂ,‘ ,m 8/ 34
Z$hich reassorted virus conprises RNA derived fraom nza
=¥irus coding 5 for at |east one sBPf@ckt3665g81 and an RNA segrrent deri ved
Zirem A/Pueélto Ri co/ 8/ 34 which codes for matrix protein, the virus having
Epeen grown”Tn ®cell culture and bei ng substantially free of virus which does
gpot conpri se1lAgensidally BMNEorE@YITE defiveddromandqlinl inAGEHE Whiud ghd'tRe Klrbinfibensh ey
20Nt ai NS RMPuecto dicoy/38 esich rdassertedygtus comprisessRVA deeinediifort the eg@inalinfiupozandrus coding
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