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Culture Poss ib i l i t ies  of Mycobacteria at 5°C 

72 s t r a i n s  of 'BaciUes p a r a t u b e r c u l e u x '  (so-caIled 
a t y p i c a l  Mycobacteria) h a v e  been  inocula ted .  These  
s t r a ins  came  f rom v e r y  d i f fe rent  sources,  b o t h  regard ing  
m a t e r i a l  f r om w h i c h  t h e  in i t i a l  i sola t ion was m a d e  a n d  
coun t r i es  of or ig in  (Tab le  I). 

Table I 

Number Origin Temperature and mean periods 
of strains of growth (as already known) 

6 Japan 20-37 ~ (15 days) 
(Prof. UV~DA) 45 ° (35 days) 

8 USSR 30-37 ° (15-20 days) 
(Dr. OGLOBINA) 6 of them grow at 45 ° (35 days) 

5 France 20-37 ° (15~20 days) 
(Miss NOUFFLARD) 3 of them grow at 45 ° (35 days) 

20 Holland 20-37 ° (15-20 days) 
(Prof. MAI~TEN) 11 of them grow at 45 ° (35 days) 

8 Canada 20-37 ° (15 to 20 days) 
(Prof. MANKIEXVITZ) 5 of them grow at 45 ° (35 days) 

5 Malta/5 (Sweden) 20-37 ° (15-20 days) 
(Dr. JUHLIN) 45 ° (35 days) 

6 Australia 20-37 ° (15-20 days) 
(Dr, KOVACS) 4.5 ° (35 days) 

9 Iran 20-37 ° (30 days) 
(Dr. TA~ATASAi) 

4 Belgium 20-37 ° (30 days) 
(Dr. VERSTRAETE) 

i Austria 20-37 ° (15-20 days) 
(Prof. Diemhofer) 
(M. v~ccae) 

All strairk~ have been isolated from various pathological and non- 
pathological products: expectorations, gastric washes, lymphatic 
ganglia, residual water. In no case was there a M. tuberculosis var. 
kominis. 

All h a v e  been  inocula ted  wi th  L6wens te in-Jensen  and  
Dubo i s  media ,  and  k e p t  a t  5°C ( ±  I°C). For  resul ts  see 
T a b l e  I I .  These  resul t s  show firs t  of all t he  necessi ty  of 
i nocu la t i ng  bac t e r i a  on di f ferent  med ia  if s tudies  of tem- 
p e r a t u r e  inf luence  on  g rowth  are made.  Should th is  pre- 
c a u t i o n  no t  be  t aken ,  resul ts  t end  to  be inaccura te .  

D e v e l o p m e n t  of cu l tu res  a t  5°C appears  m u c h  la ter  
t h a n  g r o w t h  a t  previous ly  k n o w n  t e m p e r a t u r e s  (Table I). 
Fo r  71 of t he  s t ra ins ,  g rowth  s t a r t ed  a t  5°C a f te r  30 days, 
while  a n  a b u n d a n t  g rowth  was only  a p p a r e n t  a f te r  50 or 
60 days .  A single s t ra in ,  M. vaccae (B6nicke),  gave  
a b u n d a n t  g rowth  wi th in  20 days.  

Colora t ion  b y  G r a m  a n d  Ziehl me thods  for s t ra ins  
g rown a t  5°C shows no difference from the  colorat ion for 
the  same s t ra ins  grown a t  h igher  t empera tu res .  Serial re- 
inocu la t ions  are also possible a t  5°C. 

Discussions on possible va r ia t ions  in bioh)gical charac-  
ter is t ics  for s t ra ins  grown a t  5°C wil! a p p e a r  in l a te r  
publ ica t ions .  

Table I I 

Cultures 

Positive at 5°C Negative at 5°C 

Dubos medium 59 (82%) 13 (18%) 

IAiwenstein-Jensen medium 5l (71%) 21 (29%) 

Rdsumd. Les au teurs  on t  cons ta t6  que sur  72 souclles 
de Myobact6r ies  a typ iques  82% & e n t r e  elles p o u v a i e n t  
d6ve lopper  ~ 5°C. Les cul tures  A ce t te  t e m p 6 r a t u r e  com- 
m e n c e n t  A 6tre visibles vers le t r en t i6me jour  et  s e n t  
a b o n d a n t e s  vers le c inquan t i~me  ou le so ixan t ibme jour.  
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The Appl icat ion  of F l u o r e s c e n t - A n t i b o d y  Tes t  
to Cysts  of  Entamoeba i n v a d e n s  

The  f h l o r e s c e n t - a n t i b o d y  t e s t  ha s  been  used  ex ten-  
s ively b y  GOLDMAN 1 to  s t u d y  t he  a n t i g e n s  of Entamoeba. 
Al though  in  a n  i n i t i a l  s t u d y  he  h a d  successful ly appl ied 
the  t e s t  to  b o t h  t h e  cys t s  a n d  t rophozo i t e s  of Entamoeba 
histolytica 2, m o s t  of h i s  work  is ba sed  on  t ropbozoi tes  as 
ant igens .  

Th i s  is a p r e l i m i n a r y  r e p o r t  in to  t he  s t u d y  of the  an t i -  
genic r e l a t i o n s h i p  of Entamoeba us ing  cys ts  as ant igens .  
The cysts,  a l t h o u g h  n o t  as r ead i ly  ava i l ab le  in  cul tures ,  
have  ce r t a in  a d v a n t a g e s  over  t rophozoi tes .  T h e y  can  be 
s tored  for  long  per iods  a t  low t e m p e r a t u r e s  a n d  can  be 
washed a l m o s t  e n t i r e l y  free of e x t r a n e o u s  an t igens  a n d  
bac te r ia  w i t h o u t  losing t h e i r  v iab i l i ty .  

The  s t n u n  of E. invadens (BC) used in th is  s t u d y  was 
ob ta ined  t h r o u g h  tile cour tesy  of Dr. E. W. McCoN- 
NACmE, Cambr idge  (England) .  Th i s  s t r a in  was or ig inal ly  
monoxemic ,  growing wi th  Escherichia coll. A t  p resen t  it 
is c o n t a m i n a t e d  w i th  a t  least  one more  bac te r ium.  The  
s t r a in  encys ts  in large n u m b e r s  when  grown in Difco's  
E n d a m o e b a  med ium ~, 5-6 days  af te r  inoculat ion.  

To prepare  t he  ant igens ,  tile cysts  were washed th ree  
t imes  in s ter i le  dis t i l led wa te r  b y  cen t r i fuga t ion  a n d  
s tored a t  5°C overn ight .  This  process was repea ted  da i ly  
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