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1 3  

din (23) in 194 . • •  stat previous ly in t ia  report * cl ar
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for th i ol tion o _ • ..:.i ..... ��'!!?111'!.• tr 
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thes forty- ix att :rcent failed to how rowth, 20 eT• 

cent bowed c ontaminaeing gr th p�esent, and 50 pei-cent eve char • 

ter is tic tsol ts showing good growth and pparently an abs of 

contaminating organt _ 11 

Canada (6) found that nj eeti _ mic With SnnJaoY•nn 

ph oru intraperitoueally produced de th within 24 hour • size of 

doaag n ot given by the author . Lav (21 )  was able to inocul 

0 ,, 1  to 0 . 01 ml of a 24 hour cultur intr p ltoneally into ce " 

found that: trliee urvived for only f bOUTS after tnocul tion, 
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w r th n incubat t 37 d r e  C ti.gr 
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added to make a a e. 1-eoft ar . Tllo tenth•, four ntha , 

d o  ail l il it r of ac dye olution were added to 
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100 of t he tbio lycol late r .  aae 11ethod o f  lao-

l at ion of the organie a preeent in the abac••• Qa ed in 
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Peri l"11y urµig tbe col tivatJ.on of -Sp ophorua necrophoru • 
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necropb.one i le to grow o nutrient r slants the con 

inant• · norul ly found existing in st abscea e are abl e  to 

t lante . 

Morphololl 

Many •  pea and for119 of pbaer!fhoru• necrop n 

b rftfJ c lturee obtained during t couree of thi1 

_ . ....... _......,..,.......,.. noted to be • ve plaG1111:11:-nllic or 1•. 

t 

Claangee 

in nvironment or 

i • I t  w obae 

_ia u•ual ly changed t aorpbolo of the or 

t t even in t 

could r • f f 11 0 to 100 aieroaa Ion& to coccol 1 1 •  

• 5 to 1 . 5 •icron in l•111tu. oraa• • •1�•• of •�•la w • 

o c lt • i t u etudy . Al l fo of _. necrop • Gr 

ti 

Bro Cultur .. 

• aria f the ab-

23 

Xnitial 

•e••• u rial II ual l 

t�ucll • 11 r all.ape• 

lo 

•1 • 

..... -.ut fo pr.4lollli 

lmaNlllt . Tiu.■ ia  • 

.. •1-

1 . 

ftar 

eoeeoid •-1"9• Pt"11dclllll1nated i 

f 

to • 

ab•• t and t 

( la I I ) . 

culture . 

taln 

ieh co taina 

• t 

ra in 

a unab 

!II ow on 

bona• have _ ---=�------"-'--'---�=-:--..... -

. ..,,. 

• IJ' 

u •- e11lture tile organi 

-.. ee- , • • 

growth I t bro� c11lture 

, .. tu - ft� -- - -

..,,.ral tranaf•r• tu fll�tou fo vaa 

a tile culture■ 

_. neerOJ?!l!,m ••• trwferre4 na • "'°'h 

rod .... of tM orpat .. , ia 

fllaaaatCMU fora pr-.doefnatN . ilwr �ral tr-f 

tlaa orpal- reftrtN tM rod Ill.aped forae � 

' nati 

M11D lu Plate 

be rod 



la 1 .  Inltul ,ftt�ll in bre• 
211 lleur• inc t 1 • .20C>OX 
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II . od and coecoid foru after eight 
tranefera ill thioglyeollau . 2000X , 

Gr-• • ■ta1n. 



C lony gT h 

nt a th ant fo 

1 ch 

. This t 

is f col y en 

gre Centlgrad or 

pt tea vit th 

• ill t lt11ized 

!bi• ar circle .vbi 

d ir i 

ena (1) . 

fir t 

dlacu ed 

iaolati 

roce r • 

cur f �tempt to :l 

• tai 

tu of 

Vi e ci 

g 
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ar plate t ila• 

. th r 1 

y v re g:r tri 

of t lII 

ich b 

col tea 

t 1 . 'flle loo d 

col y a 'r p 

cut iu t 

colony 1 

t e 

coloriz_ 

b ic 

, Pt' cipitat fo 

- d with 08 0 

e fir t od 

• four C l• 

bi lve re 

111 . att cl 

• • 

phologic 

clbbee 

I 

CU\tpres 

on th ag 

rm of the organ1 m 

ant when th 1 

ru �agardlea of the as 

fr011J a late vb 

is veeko . "lb 

an 1.uOCl)l a 

then the agar j ua t ove t 

iii • 

• 

- ' • circle wa 

ch concalned 

um aacfl'•tecl . en cryatal 

dye tbe ••ti surroundina colony ••• • 

ere t.ak 

&C 37 d 

from the 

l 

around colony . 

aced in the 

bee.- more de ely colored . When malachit gre _ 

and the colony 

u fuchs i.n 

were uaed tb colony bee d er • 

the colOQy . 'Dleee obaervaci .re 

• 

Iii 
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. tut t phl�cu• · aureu1 ia follnd in co junctio 

phocru aecroPboru.• i.n 1nany l i\rer ab ce s se ( 3) .  

Aftel' four da7• of eul tivation £our e.ul tures were 

2 

to be 

WMi4 for mo culatio • Two of t .se cul tu.rea were coii.tam · utect · 

with • poa it-ive c cci and bacil l i ,  aDd n p1,1re cul ture f 

our mi.ca were u.s fot; ach cw ture • of the four 

( app,r· OXjuutely lS graa) . The mice _ 

0 .01 al of the brot cultw:e. Qae amall 

re 1 - ge 

lllo(!ulatei vi.th 0 . 10 

c;,,eu ted with vi.able cul ture 

1 1  al\owed rllffl inceu-

lat •it aterile fbid tbi.o lye<>l lat 

l ee ated with a -o . 1 

• A\t t. end of thirty 

l viable ult� uc

t.op• i•• re 

8 two 

al 

r a1>acea • COul 

inocul.at J.o tiler• 

Ilic• wu • 

-

1 1  • .. 

are 

•• •  r al• 

otmd tbe • ite f 

o lar o 

t e  1 of ._ 

rd.ce atUl • A 

ach f ce 

• 

ab• aed areAY 1 t 

contamlnanta 1'Jl8re _e dur ing the courae of study . Beveridge report-

· a 
• 

ii 

_. necropborua . 

llice tvo were emal l (appro�"ilaate lY 15 gr 

,one lar e mou•• v a i.n-

oculated vith � of t!Mt doaage "'' 

After twelve bou1 the aici 

�W' and ware less act e than those llice 

e medi 

laour• 

ed an inf Limed arN 

re •mal l aice and 

laad dW . TM a11top■1 re.- 1 .. an ace•• area •t II 11 

oealatlcm IMat othe tOUDd ln the aice . On 

eleven 

-rUica4 an4 autopa ied . 

ta. a1t. ot iDOC'VJatlon and oaal l ab1ce..,.. ar ... 

tMM ab•ce•-• develop eitllar tM internal or 

tlle 1k i.a erodecl t Ti.Hr!I are espc,Nd 

0 



aacriflced 

ldn-, . l� should be note · t t all of 

d to he inheti 

ee t t 

correlatlo 

tween tbe pure cultures and tho , cult ures t t were cont 

could be noted as to the t ime  required f r t ice to succumb :to t 

dos • ---�inered . 

autop 1•• of tbe llli . ued ln t ia at ..are 

tic.allJ l order that the 11  abaee aa 

re d and cult vated in fluid thioglyc 1 1  te · 1  ..... ab cea ea 

placecl in tube contain 15 1111 of •teril_ 

fluid t .ioglycollate . TIMaM teat tubes -_ 

c:le. n. it fr which _ ace• • r procured 

igbation are liat d in  Table 2. 

Twenty cul tur • we • f 

nty cultures , eigkt &11 to a11, • 

bac•• • • Of .. 

d • ix 

• , s,-n,211oru �ro@!l:u. 

aice tMt ha.t 

Tiu� o.f t 

la tal 1• 

M�l.lff . Beenma repnte4 tut t 

of ti.gator• 

rry) .. . el 

ie 1 iala , of er 

• brill l.aat 

iaol C l t 

i 

. 

i 0 atlldy at tld 

f c!y • 

t�ger , Pratt . SpaalcJ alld 

ill t ce of 

auobe ( 1 ) .  

• .... 1 1 uto to 

lunga and k 

ed wre removec1 

37 •P"h• Cent _ 

and tlM i•olant INi 

-

-

ti • 

Ii 

d 

•Nd _.. 

• 

•cep

iD- � ale• could 

Ii I 

·rere •oaeciuently incubated a , 

-

caltve• ·_.. f beell iniDelalat .. vitll tu eont•■tnaQ4 

c 1,una . Ila. ecm.te■1nated clllt_... wre froa aice that bad 

i uah41 vit a contadnat.4 C t 

clyu were introduced n 

Ila INleterletrtatic ac:1- r 1.e1� 

!!I 

·, !
■ 



ti.: n. 

Ie lan'ta !se of Moue Do• . ( _) te of Xafeo'U.o 
suiu-, 

cu.1�• 

0 Lar e 0. 10 i t ki "Y + 

11 0.01 lobe o� llTer • 

0 u 0.01 " lo f llYal" • 

r, 11 0.01 ubo1ltuae.118 a'I 
111 •eotioia 

II Small 0.01 1oe4 traa hil • 

Xe Large 0. 10 ft lobe 0� u 0 

Xb 11 0.01 1•• ♦ 

rs • 0. 10 loo4 from -11 0 

Ip Large 0. 10 at • 

IT 11 0.01 ultat--.1 • 

Io 11 0.01 Bloed frat -11 0 

Ic Lar«• 0.01 wall. 0 
Ib • 0.01 " Id.  ST 0 

I • 0.01 Id.TS 0 

0 Lu-«• 0.01 1-. 0 

Bp •-11 0.01 SuboWtaaeo at 
1.ajeoUoa 

La.rt• 0. 10 Linr ♦ 

• 0 . 10 -11 ♦ 

larf• 0.01 " 1  0 
0a 1 0.01 t l�be of 1.1TB" 0 

♦ -

• •  
O •  

' 

I Ill 

'II 

• 

• 

I' 

• 

laJeot1• 



The dye and fluid dye media re . made as deacrlbecl on aa 

18 . Of these s ix  dye tvo were liminated illiant 

green v s reduced to a colorles tate by the thi lycollate um. 

31 

Methyl ne blu r acted with the thiog lycollate in such a mmmer as to 

give • precipitat during t riliz ti on. 

'lbe pu e culture• of ----illiii,,,i��---............ iiiAlii......... 
culture• 

known to he contaainat d re inoculaucl into th r ning four dye 

media (eo in, cry tal violet, thionin, ba le f ch in) vbich were in• 

cor orated into the t hioglycollate edi by adding 1 ml of th tock 

olution to 100 ml of fluid thioglycollate . 'lh •• cultur 

trana ferred ner-y thr • ,;y for nine daya. A 

afbr ach trans fer mMI a tri t ar culture 

inoculated to ck for the resence of conbadnanta. _ • .--iiiiiiM,iiiiiiili,ii....,.,..... 

••• le to row in th pre ce of ach cly . 

U.ttl or no eff ct on n t p.re• t in 

�•tal Yiolet elillluat 

f of tb fl (T l 3) . 

that did t yl ld _. l?l5' �t.'!l'lJ.,-19Ja.'l 111. pure cul tur 

coat: ST 

• no -· 

fr thi.a culbare 

ly. 'lhe 

iti cocci and rod . 

N DO  

of t 

t:ic odor 

in and thton::.n had 

ft 

culture 

heavily 

of twel 

1,y -· 

gr ill vitro la culture. 

A to 

j ect to a 

-· ............. _____ had n t [ t 1 

our f r 

• 

■ 

i 

• 

• 

• 

the contami 

coatpaated culturi 

- poe 

• - i.."": '-'...I • ... • a I 1',:_ •isas coul 

growth 

haediately 

• 

• 

• ea were 

•r- ttain of each 

•laat vu 

the cultures '" 

ed the conta■dnaata 

1be CMae  

. ...  Wtry· 

At t end 

ia die er- stain■ 

contad.nating organi 

oduce4 

was abeent froa th 

c:e were 

.. 



TABLE Ill . VERY 0 

Cryatal Buie 

� - Ba.in Thionin viol t fuchain ftlio lycol late 

Tran fera 1 2 3 1 2 3 1 2 3 l 2 3 1 2 l 

Iaolanta 

0 + + + + • ♦ • + ♦ + • + + ♦ + 

Q ♦ + + + + + + + ♦ + • • + • + 

C C C C C C C + + • + + • C C C 

p C C C C C C + + ♦ + ♦ • C C C 

ln C e C e C C C C C C C C C C 

0 0 C: C C • + • + + .  C C C 

b 0 0 0 + ♦ ♦ + + + + + + + • + 

Iv 0 0 C e + + + + + • C C C 

1 C C C C C: C C + • + + C C C 

0 - - 0 + + • + • • 

0 + + + + ♦ + + + ♦ 

0 + • - + + + ♦ • •  + + + 

en• . 

t • •  

l 

I 

• 

- -

I 

... 

... 



culture . These included tvo 1 1  ice ( pprozimat ly 15  aala8) 
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two lar e mice (approximat ly 35 grmas} . � t olant va1 M4 f r  tha 

inoculatin or ni • Thia lsolant ••• own in the fluid t io lycol-

late the flu1� dye thio lycollate 1a. 

Control tide vere injected with tulle tbio&lycollat 

and with th fluid dye-thioglycol late media. All of t 1 

ice aurvi d and were · not utop1 ied . ....., __ .._-:,.--.:.,-.::.·:. cro-

ph.oru1 th � had en grown only in thioglycollate were ued •• con

trol t cotnpare · ith those cultures ich had be D aubj cted to the 

dye . After houra the ice i oculat d with viable culture 

al 1 had ruLfled fur and wer lea ct 1 than the control ice ich 

recei the fluid thioglycollat or t fl id dy -t lJcollat 

di ,, At the of � hour• o 1 1  • inoc lated with a fluid 

thloglycol late col ture euccumbed . autopay revealed an infl ana 

t the alt of inoculation . After houn ... 11  �- and one 

large •• aacc d .  Al l three of t-be ce d inoculated wit 

the eultm-e . urre1rm.illlll& tlle ait.e of lnocu-

latloa •• inf"l in al l t alee. 1,,. al __.. 

al lw d r 

tun 

R 

i.ce injected vi O . 10 al 

vi O . Ol al .  

-· 

the end of • Yea d • •  

re arily ln-

• in-

ler do• 

• 

,I 

I 

• 

• 

i 

.. 

• media 

Ilea• cqnt 

• 

•• 

· -

• ..._ day■ •  41 1 of tu alee inoc:elahd vitla a •iabl• cal

·were ""rT lnacti� aDd appeared to be wry il l froa tlluj 

lloru bfectl 

'l'M .  

teetM tMll � 

aice IMft anop■W .i 

of tit.a clll tar•• we a,re be 

'ftle aiee lnoclllat-4 vi� 

tM lll&Mr ... ._. llia4 -1 1 ab■c.■ ... _.... on tlle 1 1..,.r , laDC• 

t .. tllaal wall ■  and tlle kld-ya . Tba aic• reeei•ina tbe -1 



had absces sed area on the longs d 1 iver . Both do ages produ d 

large , cheesy , odiferou les i.on t the aite of inocul ation . 

The cul ture grown in thioni and o in vu-a co inated , t 

the x-es ul ta f th u e inoculations re the • thoae cult 

used t t were rown in b a ic fuch in cryatal vi olet . Tbe dyea 

adver e ffect .............. �__,ru...,..• necrop1aoru 

character letic 

posed t:o the dy 

ar nee and 1 aio 

compared f �rab1 

roduced by t 

1th - tho fr 

c lt a ex

t cul ture 

grown i.n fluid thio lycollat � The cul tures kted in uch the a 

nner a t 

28) .  cr i 

se cultu u ed in the first 

r Lee (28) reported 

vir lent when inject into rab it a if it w 

do.ea t to be tr whe mice are u ed 

tnoc latt (page 

111 a abed fl ra. Thi.a 

r 1-ntal ani-

la. r nt deacr ibed on 28 the one d i■c a.ed above 

. bear this 

and aod i  

Vith 

ut . ccord ing to Spect r ( 1 ) t cancentr a� i o  of dye 

thio lycollate u ed not toxic to aice . 

rel inar, expei:- 1-nts ua tbe dye- i dealt 

itivity o1 _. ____ .._ __ __ t 

·�nce�tr atio which 

tb acid 

•t 

ain, 

atic 

t ., 

b. 

a1 1  

it 

id 

• 1 . 10 .ooo . -· 

ital 

• ita le or fml""lzl'laar 

lycollate al 

• 

The expe 

ii 

.I II 

i!!!I 

on the Snhaeronbo 

• 

•• 

• 

-

• 

ii 

I■ 

uee 

croRhoru• wu more 

,Iii' the UJ>• 

• 

• 

nacranhorua to U. d7•• in relat ion le :Ilia 

were bacteri.o1tatic for tbe eort-taante ,_ 

er .... 

and baa ic dye■ were u.ecl . 00ngo red ,  erythroain , = 

thionin .. re all el lainated becau■e tbay bad ao 

ti.on •Yen at u ~ a coac.antratio 

vu ule to tolerate - f � 4Je• . 

•ielet , baa ic faelialli ,  UMt ... 1ao 

11117 WMn are iacorpora_ 

II 



viol t a · d  bas ic fuchsin were also sho to effective vbe the 

r incorpor te4 in the fluid · t  io lycoil te. 

Beer s (1 ) re rted that eleven out of 1 tr ins f 

SEbaeropboru __ ..._ __ re t susee tible to co centrations of 

cryst 1 violet rangf. fro l :  O ,  000 to 1 :  120 , ')O . Gotta acker ( 14) 
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atate t t 1 chit ee lo ea t act rioetatic actio i t re-

duced t te (colorl : ) . Dur t riliz ion 1• bite r n 1a 

al i htly re uced ut lt ia th u ht t t th h · cone tr tlona that 

are able to be incorporate all eno to r in unr..tuce t 

intai it b ct rioat tic action. 

To further e tabli h that !• �--------

the tbr dye (er tal violet , f C in , a 

1 : 1000 wer cone ntr tio 

ur lat r 

of 1 : 5000 , 1 : 200 , 

re incuhat at 37 

t ecte 

de of ach 

ob rved f r  col ny fo t o . c centr ti  a of t 

at 

in 

e it very diff icult to 

re 

c lonie c uld fc on n 

on � 1 : 1000 

""".._. dye• , cry tal v olet , 

re used n fu.rt r primacy 

d on p 19. 1 

U dye . t 

1 • 

t 

t io ; 

1 :  dy 

ry 

) 

e .  

• 

1 : 10 , ) .  -· v obtaf. ............... ;;;;,..,. ........ in altare fro t te · 

• 

Ii_ 

II 

• ii 

• •  m iii • 

111 used and we 

�cro1>horv• wa, 

• 

- i 

Dd Nlachite utliiln 

• 

d grees Centigrade and 

be dy-e■ 

observe colony fo,,_. �r after o 

• lat•• taint •• � 

no colonie• 

n. •• _-__ ,i, 

- 1ate■ ad tlae 1 : 2000 plate■ • 

buic fucll■iD .  and .. 1achiu 

areen . i■olation att t■ , • •• previ-

uly de Ye abaceaa • were uH4 in the flrat 

t to he■• ■bowed contaainati.ng organuma 

tlla contro •�a and petri alallea . (Tile concentrationa of 

in tba irat l•let ion a te11pt ...re 1 : 50 , 000 , l m· ,000 and 

nac!rall llf,rua 



con inated cultures fro -1 1  three y • 1 1  concentrations o� 

thr·  e dye ·re effect 1 e in re '\l"i g t conta inating or ni 

the caltttr s • 

The etr i d ishes were i cubate t 37 ees Qentigr de for 

e durin this ti a eo�ollJ' fro 
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three months. Every 

'tfae transf rred to tu of t ioglye 11 te roth. Two of the colon 

cho en failed t row·. The two taol tes that re o t ined ori inal ... 

ly in ure culture were transferr d in tM.oglycol lat broth eve 

three day culture Oilt:ur 

re res nt • _ 1 1  t elve 

tran � rred to the broth, 

the pl :te • after _ ing 

re ser · al 1 subcultured at thr e day 

interv . These i olate that were tr sferred rially ned 

viable for seven to fifteen wee a • The of t t remained 

viable in rot was not depen ent 0 h of t i  that the i o-

1 t re laft . t tri. d i  s . ( 21 ) , Canad ( ) d en-

(19)  re able ntain cultur s in roth ia lo er t 

tl!IC t f ur nt . lant t rown 1n 

pre ce of dyes or in a i- ol � tnedi • 

The rp lo o t e l ol 

or l olant 

brotll. 

in the colony form on the p1 tea. 

ffiere re twe 

as true of 1 1  colo ie or 

ut t atu . 

see es d lb 1: 

... . .. d •• ,. -

• · - • .. • ha -- • .. --

• 

p • 4 • degr • 

- Ir I - • each plat• 

• • • 'be h • • b 

• . ' • ... b • ' 

p • • ry 

•• After ulne wceka the•e two 1 w.re loat. 

p • _ .. � l1olat.e• taken trom I • 'be 

. ,._ .. ' 1 • 

al■ • • an " -

k l011Cth ,._ hay 

b h 4 • - limit -

.. . wa .. be pe, ..... 1- • 6 an � 

...,,. • .. om to -� • 'b -· ... 

0 • ... -· Th& t•o • tM)'-bad- - ' 

"n - • • -

_. M C7 .r ll- • anti t.a):an tr-. tbeM plat•• va■ 

abdlar to the 1DOrpbology 

bcwf.M, 11..-.r•. 

• gr<"ffl in t  ... thi.oglycollat• 

Tb.la .. 

.. .... 

• _.. . 

1u 

.. 

• 

.... 

uo 



1 

t • . la-

• 

-· ' ... . • • .·•! • 

• 

• 

_iffer t atte C• • r'"•e.n of thea ylelcle4 cultuna f 

Sp!!9!£?R NS �oeru• • ntn. • ...._ contM1nute i tlla control 

di . • • · four e&Ued to yield ¥tab •  cultur•• • of 

ti.on •tumpt• Ul be d 8CJtibed in thia p 

Big· t abaeeeeed portion• 1Mn on Jan&u1r7 17 , ' 

An at.tMll)t to l lat · _. beel."OP ru I» pur• eaalWl'ft vaa .... uai 

u. our of tu re lt ealtu.a ....-. coat•1na 

on the plate• containing t 

1 : 10.000 dilution plat•• lllll'tl --.led end incubeud at _ .  

J.g&"◄1111a· !or •is tu . At end of eac.. tll a col 

vaa aucult--.t in fluid t111 1,-collata. All coloala• aN4 up to 

11.¥& _,,.,.,., .... WN viabl placed 1n flllid UJ.oglycel lau.. ft 

f colenlea eeleete4 at tba end l •b 

- e.lilf' a (sa) tfl atian of Hal•' 1 vu uld w -tn 

ln • •J.ul• -�ce for -.0 ·-· · It elMNld be IIO'I� 

laat _ telltf' e  M4t t. 1• _. n _..fillM tban die 

ta Ull4 in 

plate. , ... leay 

eaell 1 .. ...  Nl.�tlMI to be la,_.�,_ 

...... A of U. �lOIIJ vaa dr- 1izic, a ho a111111_ 

� . A M .._. nead1- vea lMN tbe .,.-lllp _. 

.Ulll lter ot 11• fl U tlll.eClTool la . .... dtam i • t.M qr 

... . 'l'M qrlngla ... ··•►•• 

t la ..... 

ti,- to ..... . .... � .,, 

0 . 1  or t.ll1a •u� u gt · 



to ous e 

3 

0 � 01 ml w s • ven another ouse . Thia procedure vas 

fol ltNed for 11 eight cultures . Onl.y large mic were 

8t'i 

in t.hia 

The over•all  results of this e:xper nc ere th ame s those 

obtti ed in the two previous mou · inoculations ., All of the ce thae 

uccumbed to t:he infection fter two day had • s 11,  ray1 , odif• 

trous , and che y les ion at e ite of tnocul_ tion. At Cb of 

• v n day only five tnice r 'l'bese c ver sacrificed 

and autopa i . ed .  'l'h se ice all h 1 ion in the liver and lung • 

b ah ce s porti-ons of boviae live-r were procw:ed on ust 2 5 ,  

1960. 1"be ie olatton attempt e ua i the dy agar i _. Two 

of thes reaul ti cul tur a vei:e coot net when grOl!ftl on h tbio

glycol late agar conuol • 'lbe eoneentration ot cryatal violet, 

aalachi te green,  .nct baeic fu in a•-ed in thi experiment was 

1 1 25 , 000 ., 1'bf. concentration w ef fectiv i n  remo'Yi the contamin-

i tn th two cont nated cul tur s . 'l'h primary isol ation tech• 

al.quu utaed 1 __ hie experilllen.t: re the s th ose described on, 

p e 18 .. 

control plate• 

four ea 4-ya a 37 degrees 

dy .. agar lates were incul, t ed for 

ti r • At th eocl f thi t 

c 1 � vaa picked from e ch 0£ four latea for n lal: on. 

procedur to remov the c ol ony is d cribed on age 

mi.Ce (o l arge and one ... 1 1 )  :r e 1uj ctecl fr each lony . 'lbe 

1 aoua r ceivecl 0 . 1 ml and � 11 aouae rec ived 0 . 01 ml .  

Colltrol mice er i oculated doa 8 .  CJne e 

8 

- - and • a • 

• • " .. .. 

u:p Nnl:. 

• - - • • • 

" •• ml. 

• • • • - _, ob • 

... th • • · -

• • • • -1""4 e1he, � - e 

• • ad .. • • 

s • • Aue 

.... - .. .. - ·  

• .. • - .. .. t a 

-1-

- cllo • 

• • .. • .. 

.. I • - e • 

a t ... - .. 

.. 

no ... • p • 

.. t Can . ... • • • -· 

o •  • p -· l - 1 

'11,a . .... • •• p 2B. ,r,,o 

- .. •• - co 

-· • • - • 

• V • D With the •-- ... -
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inoculated Vi.th 0 . 1  ml £rem th crys tal viol t colony died in forty-

eight hour.. .. the remaining iee wei-e au top ied f ter s v. d�a of 

tncubetto.n . The two mice inj ected with material from the b ic fuch-

in co1ony were not infected . The r ining mice shoved the u�ual 

patbQlogical condition previous ly described in chi work . Pl Ce IV 

is a photograph of the nj ected with . 01 mi · of the crystal 

violet eolony . The light •re represent the ab•c eaed e of the 

live-r and spleen . This photogrqh is repre ent tive of the patho• 

logic 1 condition ................................ ...,.!lllllliill,._ ...... .,.... cul es in 

this work. 

Plates v �hTough VIII how col tee they ppear on t.be 

plat • Plate V i  the coloni a they ppear vb rOlftl in ba ic 

fuchsia �hioglycollate tDedi ; Plate VI 1 cry tat viol t J  Plate 

VII is malachit-e green ; and Pl t Vltl is plain thtoglycol lat agar . · 

The hazy appear c around th ic fuch in and lachite 

colonies is thought to be reci itation of Ch dy . A pread 

growth tch ta appar� in Che control 1 te 1• not uac.«.!IDD if the 

colony arieea .at th bottOlll of �tri dish � "l'hla effect been 

noted • llUlllb r of time dur thi study in boeh control and c1y 

ar l ates . 

tith 

I m • .. I 

.. 

ii 

.. • II 

..... i. 

.. • .. 

QD .. • 

fl ■ - ·  • 

... II • • 

• e 

e 'b,al • .. green 

• p • • ■ i. 

p • 

• • II 

• 



Plate IV. Vbc.ral l .. iOll in 1110 .. ight claya 
after intr•P•ritone&l lnoealatlo vi.th 

pbaarophon• nec9horu1 . 2X .  
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tau Sphaeropllom neerof, na coloniu in 
ba•ie &iuit.n-tllloi ycollate apr. 
Basy appearanee arCMm4 colony u 
preci itat:e4 dye .  
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VI . 

o-r aniam. 

Plate J!!t!aro� �bol'IIII colonies in 
cry■tat.Io.t- lycoll• te agar. 
Clear aone 111rroand ing colony ii cauffd 
b7 reduc t ion of tbe � by 



VII . �haerofhorU necrophoru colonie■ 
malachite green-tiileilycollate 

agar . Hay appearance around 
coloay 1e pnci itated '1'•• 



- � 

late VIII . SJ,haeI:}boru• Daeropo� col• iea 
b t' lyeo!'late agar . The two 
lover 1ett )I.and colonies allow 
apreadi!ll type cr-t)l. 
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SUMMARY AND CONCLUSIONS 

Cultu-re media are describ-ed in which the preaenc of certain 

dyes p•rmits . rim.-ry isol•tion. of Sphaeroeborua necrophorua in pure 

cul ture from ah cessed portions of bovine livers in vbidi e"Ottt in

at1ng bactei-ia could be shown to be pr ent . The cultures so ob• 

tained were c pared with ot:ber pur cul tures of tbie organini, and 

were not found to diff r fr them_ in any significant v • In no 

instance did these medi a yield contGinet� culbJrea of .§.. 

The conclu ion drawn from this work ue as follow : 

1 .  Cryst.al Violet. basic fuchsin and laebite green can b 

cultur s. 

• Viabilit:y and patbogenici� are eeemingly not affected by 

dyes. 

J .  _. necrophoru � can withstcid blgb c once11tr ations of dy s .  

4 .  et�i di• ea c ontaiuing thi011lyc oll ate aa• effective 

1118di for maint:ai 

5 .  Mice can iaf cted lay ua 0 .. 1 or 0 . 01 0 

culture or a u  pens, on of • colony . 

6 .  Hice surviving f or more day after 

a-bow ab ce ed ar u th ai of iaoculati 

liver and sometimes on spl 1d • 1 

pborue . 

• 

-

used to relllO'Ve contaminants from Sphaeroporu• 99Sopborua 

., 

. 

■ -- ·  

of !· aecrophorua . 

than ii 

• 

iaoculation 

CJD, on th 
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