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- 20% Tryptoss phosphate broth (Difee), and 204 inactivated

2oplglually derived froum huassn epldermold eareluons
of BaESOpUAryax. 4 salfl serun-adapted line was obtalued frow
Mleroblologlorl isgoclates Ine., Bethesda, =4,
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Lo bube gullupres ﬁf %y&%ﬁgg ﬁﬁwﬁﬁ mmﬂ%@
werd waloteined in
‘ 2%&& %?%ﬁﬁﬁ

ﬁ&%* spram ad justed

B
w

visarhuneie

%ﬁ* ﬁ”%t&iﬂ B

nEE Bis %wr&ai a%qwaW*% dilutions *i ?ifﬁ@ %?g%

i s Ay frow each 4lilutles, four itube

werse imﬁaaw,ivf Lt Ued ml. BAGG,

”iﬁ& pand

%&i@&& e %ﬁy { Seresy

’@;@gﬁﬁﬁ ?ﬁ%ﬁ% were used iﬁ “f&f@?%%%ﬁ

& they ﬁ.%g %%%w reguried

ﬁf%@w f%@%i

’g Lhey wore

slered &%,%QW¢ sod sllguste were ?%“@?ﬁ@ &@ﬁmﬁiﬁﬁsi* when

o

Ly wery washed Ly @&, i”%ﬁ ﬂ@§¢@@ BEe

i&ﬁﬁ&&&,ﬁ Glarks,

Loraterien,
sixed




stored at §9C. lu the DOV buffer for periods of up to one

wook. After storsgs Lo GV bulfer, the erplirogyies were
washed twlee wore befors use, Rssen (1960} slatss that
%%ﬁrﬁ 23 nw lows 1o ssgiubinebilliy with aa&% aﬁ&r&g@.

| ?ﬁ@ saened sell voluns was deternived by ﬁ&@%f&fﬁw

g@tiﬁﬁ at 1500

Papetis IOy tweniy mlavtes in & lﬁﬁﬁ @l

%&%ﬁé sentrifuge bube zud Lhe gelis ﬁ&f@‘ﬁﬁﬁﬂﬁﬁﬁﬁé o

i%azﬁ ﬁvg&ﬁxk’ The erylirouyies ﬁ%ﬁ%ﬁﬁﬁﬁg ig:&g ine were

Lhw #ﬂgﬁ&y%@gﬁwa ware seasended in phownbate %ﬁf@@?ﬁ@ galive
in w&%&% %@ ﬁ&iﬁ%&i& % sonstany pi.

Serial two-fold @iiﬁ%&%ﬁﬁ af

?%ﬁﬁﬂ ware prepared In %*&~wi¢ ¥k :
ssline in 85 wm. x 10 mm. tubss, To enob tubs wes added 0.1 sl.
Bf » C.5% suspensios of eryioreeyiss in sallse®. The rauks

of tubes were tues shskes and plased 1a s 359C. lecubster

for o to Lhres hours. Fesdlsgs were made aseordiag to
&%@ §$&%@@& af the settled sells (ualk, 1544). 7Toe BauBs L~
glatlnis titre was takes au the blgnest ailetion of virus,

ta paysiclogiesl
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prodused sartlal sgzistisation of Lbe eryturcertes. The
patterss were agored as + {oexplete sgglutisatlos), &
{?&@%i&i %§g%ﬁ%§%$@§@§§; or - {uo @%@%&%i%ﬁ%iﬁﬁ§%

30 &&&mﬁ iﬁm Lyoe
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yaricus eluates, Classiosl patlerss were chtalped ouly
wikﬁ,ﬁﬁ& elustes lo P85, In all otusrs, tue aon-olagsicsl
ﬁﬁttﬁ?ﬁﬁ ware gquite sisllar, .

Blupe ithe materisle eluted into FEO gave non-classleal
patteras when mized wilth serum, ﬁﬁ% gerus @?&ﬁa&lﬁ'w&aﬁa
the classisal pstiern., The masiklug sgent does not seem to he
appreglaly edsorbed to &rgt@r@&ynaﬁ a8 the test %zi& thrice
aﬁa@rﬁ&ﬁ Phb-aalf seram wixture desonatrates,  Further, gsince

the patterns of virus eluted lnto tovise serum aitusin approxi-

zste the patterne @f~ﬂirag~%l@tﬁﬁ iato serum, the Q&@%iﬁg
effest may Le due Lo 8 son-spseifle effsct of proleln or
to the albumin ln calf seruw.

4 subsequeast experlment wee perforsed to detsrmine
‘ﬁ%#%ﬁ%r elution iz tanibited ia the uresence of serum. Hussen
agalon~growe Gomen was adsorbed Lo erythrceytes &ﬁﬁ;@lmtéﬁ :
gﬁta“?ﬁﬁ é&ﬁt&iﬁ%%ﬁ 24 aalf serum as deserived sbove, @%é
ﬁlﬁ&ﬁ@:W&ﬁ thes subjeoted to & farther sdsorpilon Lo ersihro-
eytes and was allowed to elute late FBL with no &ﬁﬁﬁ&éﬁ%.
WM_&& ﬁitrﬁaﬁaﬁﬁ fﬁ ﬁ[t&&t the original &ﬁtmrkai ﬁ%& the
B axu&t& into serunm zave wodlfied HA @&i%&rﬁﬁ whlle th@ @&%@ta

into f 7% zave clussiesl patterus, &8 sll Lares zanlfestsd
the same titre, 1t was concluded thet oalf verum scts only

&3 a4 %ﬁﬁﬁiﬁ% agent ﬁﬁﬁ ﬁ&&& aot af%@&k &1&%&@@. ”ﬁif serun

@nta&aa& fron lﬁ&&l sourpes was ussd 1n Lhe &xgﬁf%&@n%&
deseribed, aud tence no conclusloss Gan E%vhf&#ﬁ aboul

¢slf serun ln general.



b
®

ail fupihesr w renorted was gouesrsed wiln Bl
grows Gowen weterisl o (e erude state unless stated

Shigrylss.

Seperisents wers underiaken

Lo delersive ihe optleal voluse sad gryihroeyrie aongeniras
gzzietlnine.  Tltrablons wers
parforaed io %«% wl., sad G.8 wl. volunes 4t the ssoo
grytbrouvyte acceentrations. Toe Litres wers ldestionl is
both volungs bud the seyibrosyiss look lenzer to sedivest
in 0.8 sl. sod the patterss were less slear, 48 volumes of
iewe than J.4 wl, ape loscaveslently ssall, all subseguent
B4 bitrations vere perforused in talzs volunme,

4 punbeyr of experinenis were porforssd 4o detersine
the relntlogehly botwesy orethroeris congesirstion and
Hh blire. Gssetenith willillire of ssob syvibroovie suse
sension wee added to the 0.6 s)l. &iluiions. Thw Bryihrogyie
soaseulreiions tested racged pelwess the Finsl concestirse
tigng of G.0F and U.058%. 4t flsel eryturcoyite concenirse
tiong below C.075%, the ratterns were indissernible whereus
Shey were elesr 5% blegher conceniratlons., The tilrs obw

teined ohanged very Littls Setwses 0,28 and G.8%, Hovever,

Betwesn U.UT9E and U.3%F the haemsgpluilaln tlire was ilo-

verasly e the coposntralion. The vete of
tuaresse of Lue Litre wiith desresse in cong@niration varied

frow experipent iv esxperisssit; 48 so sxseole, ths ratis




betwosn Litrss st U.3%

e s gy ] i & 3 s i a4 g 4 AP o . e
8% ihe lower sopedntratlons. A floal cobesstration of U.15

epzthrosy tes sdded Lo 0.4 sl

of the vipwe 4llutlon) wes selzebed Lor uee ln sl fupther

the Lest was roodersd vepy sensiilve ot ihle
seneeniration, bul yet allowsd one Lo pake s slesr dlse
tingtion beiwesn & posliive aud negetlve selillag patlern.
¥or routloe bedwsggiuiissilon Libreiloos, sorsal
rabkil peray wag added e Lue wrylhrooyie suspepslen Ly

tie flosl consentrailon of D58 s arder to prevesl epce-

it was ﬁ&%ﬁfﬁ%ﬁ; BEEETer, that the
eryburpertes 414 not sedluweut e2 glesriy as deslvsble in
titeabineg of partlaily purifisd viresg. Au exgerizeat

wad ssndogis

i order te detersisgs wheiasy %&gﬁﬁfvﬁﬁﬂﬁﬁﬁ“

tratlons of norsel rabblii sarug wiud

- neresl ?ﬁﬁ%lﬁ serun wore sdded to

R

@ﬁﬁ'%i%ﬁﬁﬁiiﬁﬁ FE0G.

and fhorse was no differsuse Lo Libtss beteven




&%ﬁﬁﬁ»iigﬁﬁﬁ found that the eryiharcerias from ?ﬁﬁ%&ﬁ wonkey
%i@§ﬁ ﬁﬁﬁﬁ$$ varied, frow ludividual to iﬁ@l@&%ﬁﬁig iz
mw susseptlbililty to aggiutlastlon by Lypes I&; T, and
& %ﬁ& et by types il and 16,  Henry, ﬁ%&rﬁ&a&g%, apd
sotler (1563 fousd tuat grivet soskey #wmw@@w varied

in &ﬁg&g&ﬁ&ﬁﬁiiiﬁy with type 7 but aot %y@& %; amﬁ wars not
%@ﬁ%ﬁ%iﬁ&%ﬁé By trpe 14,

o test for variation, each blood wae wxw& sbortly

after sreival aad slpuitaservsly with the blood lot re-
allguoted
4 at 2090,

gelved two weshs previously, sszelast steodssd

:g&m%ﬁ of gomey sud Lroe 5 {steale $.8.) ster

e Litratlions »f €8ob wers Alspensed fron & mmw dilution

s test eaeh blood.

ﬁﬁﬁ @ﬁ@iiﬁ%ﬁﬁ Litrations wers saploved
" fue Gowen 41letlons were

pragared in ﬁ&ii&&<ﬁﬁ& Pl
selved 0.1 ml. of a8 G.58 suspesalon of erythroertes in

sailae. Dilutioss of vue type 3 virue were prepered in JE6

%ﬁ%mﬁi‘ﬁ% el ml. of & 1.0% eryturoayte ﬁ%&%ﬁﬁim& in
sisse eurlisr tests of ladividual bloods wmﬁ the
standard preparsilon of the virus hed been sarried cut

under these conditions. The tltratlons of both ¥lrusss

wers luoubsted st 3790, Tue titres sbtalusd are presented
in Takie VIL. Differesses in hase: Bt
thun two-fold sre conaidersd slgnifissst. It ls evideat
thet there were sizsificsst varlations in tltre with

sggiutinle titre granter
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In all, ihe yesults indloale that the therasl losetivatlos

Jifiv

yaie of orode virus 1g less tban that %5 poriially surle
£ied melterial. 2 toe bhroe uther itherssl issciivailon
tests perforsed st 56%2., & slallsr differsncs g ihe

rate of lszetivation of arude and of purifisd ssterials
waw obaerved lo twe. Iu the fourth experiment, aowever,

g Lig

the srude meterisl ped beogn diluted 1120 witn ¥
inxetivatlion rats was oo S1lffeprssnt frow thal of ibhe sarifisd

giutinig.

The previcus sei of sxserizenis indlaats %Q@m Highe

puriliisd sressrationg of %% Lnastlvated wors slowly

than surified nrepsratiova.

rigents wers serforasd o
deberalne whethsr Lhe aifest

ionorporation of sereyw oy o

sivusls fregtion ¥ in the suplfl

Liong., To thle wed, gulf

sorperated ln preparstions of purlfisd

o

tratlent of 24 saf 0,158 ras St ively. Théese aonsentrallons

were shonen Legaues 24 le the songentratiss of serus in
tigsue enliure flulds snd the 4,159 serum albusls is

sprekinately sgulvelest o ¥l serum in protulsn sontend,

iutinis in these prenuratlons

wne gomparsd 40 the imsotivetlos ai 5870,  of boss erude

sreparationd with ao addesdun. 1L s
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purifiss B ilizes 1. Govioe adres aibusls 214 ast

produss thls effest, aowever,
A5 89 esrliier sgoerlimsnt, |

emnloved ewepst Lhat boviss serpus

wabhay Ghan 0. 385 and wase

4 fiaal songsniratlen 55

dlgsolived in water vather thawn

BEetivatian rete was Msat
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g
P

Allestion zay Bave bogsn dus 2ithor Lo the

mabarial, o

Poeenstuiration of seren slbuesio or o Lo lower salt

genstntration of the fsad sizluve,

% le, Shersfors, soasnluded YEst ons of the sepan

Ldeniy Lrus

tnte atapllizes the
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aet s sibunln althoush o ef fesr san

S
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Glmon

#
inis ie

vaiues belusey 5

detersing the ol in whileh the Lypes 7 snd 3 bassass
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range, st a level betwsen p 4.7 sad ol MWL.%,.  The resulls

of eontrol sxseriments (ses page %) lodlcoasite tunant the

1imlts are aloser to pid 3.6 snd pi 2.7, respeglively. slto
the Limited dats asvallable
firpeyr conglusion,

Yor the sake of pomparlsos, the stabllilily ol thne

type 3 {G.8,) haessgglutlaln was examlned iln two gimilar

sxnerizents, and with very slmilear results, Thus, Lhe nsg-

e buffer wsed i the experisecis renported abovs

g Hathoda;. Two

gxperizeste were perlformed 1o deteralneg wnnether ins inzotive-

in the nrozencse of thls bulley was dus Lo

P
Avet

sy Lo tne buffer gosstituents.  Insthe filrsi

exoeriment, Sowen viras was dilated 1 1& with
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