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SUMMARY 

**! i Pr,"l?fy *!*'*» w“ t«*o serie« of 10 «sd 6 passages 
X'7y; ‘n k C«U-*. «JicatiM growth of the age.t is this cell .r.te». Cyto- 

patH,c effects were aot sees aad fleoreaceat aat.body eUiaiag of the iafected cells by the »direct method 
was aegat,,^ The .g.at was demoa.tr.ted is fl.ids from the iafected chares by sabiaoc.lstioa to chick 
embryos and/laoresceat satihody steisiag of lang sectioos. 
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•’T"" . 
INTRODUCTION 

' 
c.pS.'í« "1Pi“' ^-T“' k“ k*d • lÍB,it*d ruge 0(1.0.0 ... .«., i» ¡«Ä „lÄ.^r.rLr.r •.'■•vrr*“1 »' « «... 
bersome, laboratory method of demooatratina the ■' '»'h '* 3 ^e)'e,0.p*‘, * <,ePe“«l«ble, although cum- 
the embryo chick in conjunction with indirect flu ln ect‘v'ty ^or bronchial epithelium of 

of additional ¡nform.t o .U rth" . Î " endr!:C.e 'T **' “ clear 
• “8e01 i9ptai* t0 * P*« »poo improved methoda of study. 

taken early fr^chTcklmb^yoÍ l^h^Dr" with .the ,iou*ht lh,t calturee of entodermal celia 
derivative in the older embryo The meZ be;?,'ep‘,Jb,e1t0 l i‘ a*en‘ •¡«e ¡t cm, infect m, eStodermal 

....:.. r Tr.l'-.rr'0" o,rk- 

materials and methods 

^"rÄ'oi-'S.vÄXi^zxi“ “ f t"" 

^ .....I. ««“Xv ¿d.d . C,l‘"re* W,re “•d '«k • • 

(P Am t k a mmmrnrn-. _ !_. . I ^ um • u 
RESULTS 

Two aeriea of paa.agea were accompli.hed by transfer of fluid from infected «dl culture. One serie. 

ti“ ä; ^di^rch-X"1 repfven,ed’but both were initiated with the - « b • . a« 

\ 

w“k nr"c'“' >",ibod>' "« •pp'i.d •« b«k 
tion and at the 1 l.h / f h f,ri1 4 PMMRM-talten •» various intervals after inocula- 

sr -r1 “?■ -- 



Centrifugation of iafect’ive particle» onto chick entcxlermal celia haa been found to increaae greatly the 
infectivity of rickettaiae and paittacoaia viruaea for chick entodermal cells (4). The reported large aise 
of the Eaton agent, 180-250 mp (2, aee aleo 7), auggested that thia maneuver might be advantageoue. The 
first passages included groups of inoculated tubes which were centrifuged at 20° C. for one hour at 1800 g. 
It was soon found, however, that passage was successful without centrifugation and the practice was 
discontinued. • 

The second and third passages were made with fluids harvested on the 6th day, and thereafter with 
fluids taken on the 10th or 11th day. This was usually preceded by a change of medium on the 5th day. 
In the finnl (10th) passage both 5-day and 11-day fluids were tested but only the latter was found infective, 
suggesting a higher levei of infectivity at the latter interval. The 10-fold dilution effected at each passage 
gives an estimated lO"10 dilution of the original inoculum in the final 10th passage fluid. This figure can 
be further reduced by approximately 5 log units because of the complete fluid change nade once in each 
of 5 passages. Detection of infectivity in the 10th pa«sage indicates clearly that increases of the agent 
occurred in this culture system. , ^ 

Series B (6 passages). - These passages were made at 7 to 9 day intervals, and fluid on the infected * 
cultures was frequently changed once or twice in the interim. On the 14th day of the 6tli passage the orig¬ 
inal inoculum had been diluted 10*11 by the transfers and fluid changes. Fluid harveited at tbatW was 

infective for 13-day embryonated eggs as demonstrated by fluorescent antibody staining pf lung sections, 
indicating that the agent had replicated in the entodermal cell cultures. The agent was still presfnt in ' 
fluids removed from cultures at 16-18 days of incubation. Specific antigen, however, was not*visualized 
when infected coverslip preparations were tested by the fluorescent antibody technique and no cytdbathic » 
effectsswere observed.. • 

COMMENTS . 

• *Chick embryo lungs ftfected with the FH strain may contain 105 or 106 embryo infective doses per* 
0.2 ml. (3). Although the original inoculum in these* series was not titrated, the finding of the infective 
agent after 10 and 6 passages,«in the two series, at estimated dilutions of the original inoculum of 10*11 
or greater, leaves no doubt that the agent increased in the chick entodermal cell cultures« No titrations 
of the culture harvests were made and there is no evidenc^that an? degree of adaptation to these cells 
occurred. The identity of the agent cultured was established b} characteristic appearance after fluores¬ 
cent staining of subcultures in embryo lung with known antisera (convalescent), and tie more extensive 
serologic examination applied to later cell cultures infected by passage from entodermal cells (8). Un¬ 
fortunately, this method of cultivation in entodermal cells does not provide afy improvement in curent 
techniques. However, this first step in propagation of the Eaton Vent in cultured, cells suggests that 
better in vitro^nethods can be found. • * • ^ 
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