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During the course of some investigations 

on 

cholera toxin it was noted that 
when a solution 

of ferric chloride was added to a peptone-water 
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culture of cholera a definite blood-red colora- 
tion was obtained. This led us to suspect the 
presence of a thiocyanate in the culture and 
further examination was undertaken. 
The peptone water used was a 1 per cent, 

solution of Difco Bacto-peptone with 0.5 per 
cent, sodium chloride and a hydrogen-ion con- 
centration of pH 8. Flasks containing 500 cubic 
centimetres of peptone water were inoculated 
with cholera culture and incubated at 37? for 
72 hours. The culture was then acidified with 
tartaric acid and distilled. The distillate was 
received into a weak solution of caustic potash 
and the following tests as described by 
Autenrieth (1928) applied to the distillate. 

I. Thiocyanate test. This test was found 
to be definitely positive. 

II. Silver-nitrate test. A cheesy precipitate 
of silver cyanide, soluble in ammonia and in- 
soluble in dilute nitric acid, was obtained. 

III. Prussian-blue test. This test gave a 

bluish-green coloration which on standing for 
a few hours deposited traces of typical blue 
on the side of the tube. Although a frank 
Prussian-blue test for the presence of the HCN 
was not obtained the reaction is highly sug- 

gestive of the presence of small quantities of 
HCN (Vorlander, 1913). 

IV. Vortmann's nitro-prusside test. (Vort- 
mann, 1886). This test gave a greenish-yellow 
coloration showing the presence of minute traces 
of hydrocyanic acid (HCN). 
The above tests performed with the distillate 

of uninoculated peptone water were negative 
in all instances. 
A constant stream of filtered air was bubbled 

through a peptone-water culture of cholera 
vibrio acidified with tartaric acid and gently 
heated, and then passed through a weak solu- 
tion of caustic potash; after four hours the 
tests were applied to the caustic potash solu- 
tion. All the tests gave positive results, 
whereas control experiments'?using unino'cu- 
lated peptone water?were negative. 
The stools from a severe case of cholera were 

distilled, and gave a positive silver-nitrate 
test. 

The above experiments were repeated using 
60 strains of cholera vibrio; with the majority 
of them the tests were positive, though some 
very old laboratory cultures failed to give the 
tests. 

Cholera-like vibrios.?The following strains 
were grown in peptone water for 72 hours; 
the cultures were then tested for the presence 
of the cyanogen radical. 

Peptone-water cultures of B. dysenteries 
(Shiga) and B. paradysentence (Flexner), B. 

typhosus and B. coli gave negative results. 
The experimental evidence is sufficient to 

conclude that some cyanogen radical is formed 
in peptone-water cultures of cholera vibrio. 
It may be hydrocyanic acid and in this con- 
nection it is interesting to note that Emerson, 
Cady and Baily (1913), and Clawson and 

Young (1913) reported the formation of hydro- 
cyanic acid (HCN) by Pseudomonas pyocyanea 
in acid peptone water. The reactions may be 

Strain. 

Vibrio 153 

Vibrio 216 

Vibrio 417 | ? | Strongly positive- 

Vibrio 431 

Vibrio 467 | ? I Negative. 

Vibrio 479 

Vibrio 534 ? Strongly positive- 

Vibrio 309 Man Negative. 

Vibrio 633 

due to some organo-cyanogen compound derived 
either from dehydration of amides or from some 
amino-acid by decarboxylation followed by 
oxidation (Dakin, 1916). What substances or 

which amino-acid is responsible for the produc- 
tion of the cyanogen radical in cultures 
cholera vibrio is as yet unknown, and whether 
these compounds play any part in the sympto- 
matology of cholera is yet to be determined. 
Further work is being carried on to determine 
which amino-acid, or group of amino-acidsr 
yields the largest quantity of the cyanogen 
radical. 

Summary. 
A substance giving the tests for the cyanogen 

radical has been detected in peptone-water 
cultures of cholera vibrio. 
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