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THE use of 2-amino-5-nitrothiazole in veterinary medicine makes it 
desirable to have available a method for its determination in aqueous 
solution and in blood. Although diazotisation of aminothiazoles in 
hydrochloric acid yields chlorine substituted products,l in sulphuric acid 
the normal diazo-salt is formed. Optimum conditions were, therefore, 
established for diazotisation of aminonitrothiazole in sulphuric acid 
followed by coupling with N-naphthylethylenediamine and a method for 
the determination of aminonitrothiazole in aqueous solution was evolved. 
This method was applicable to the phthalyl and succinyl derivatives after 
hydrolysis and to blood after a suitable deproteinisation procedure. 

PROPOSED METHOD 
Reagents 

(1) Sulphuric acid 20N (55 per cent. v/v). 
(2) Sodium nitrite solution 2 per cent. 
(3) Sulphamic acid solution 2.5 per cent. 
(4) N-naphthylethylenediamine hydrochloride solution 0.4 per cent. 
(5) Trichloracetic acid 10 per cent. 

(a )  For simple solutions of aminonitrothiazole. 
Procedures 

Into a 25-ml. flask, 
pipette 1 ml. of a solution containing up to 0.5 mg. of aminonitrothiazole 
in dilute sulphuric acid, add 5 ml. of 20N sulphuric acid and cool in ice- 
water for 2 minutes. Add 1 ml. of 2 per cent. sodium nitrite, mix and 
leave for 4 minutes ; add 1 ml. of 2.5 per cent. sulphamic acid, mix and 
leave for 4 minutes. Add 1 ml. of 0.4 per cent. N-naphthylethylenediamine 
hydrochloride solution, mix and leave for 2 minutes. Remove the flask 
from the ice bath, dilute to 25 ml. with ethanol (95 per cent.) and within 5 
minutes of dilution measure the extinction of 1 cm. at 580 mp. or using a 
suitable filter. Read off the amount of aminonitrothiazole from a 
standard curve prepared using pure aminonitrothiazole. Calibration 
data are given in Table I. 

Pipette 1 ml. of solution containing 
up to 0.8 mg. of succinylaminonitrothiazole into a 25-ml. flask, add 5 ml. 
of 20N sulphuric acid and heat in a boiling water bath for 40 minutes. 
Cool in ice-water for 5 minutes and proceed as in (a )  commencing with 
the words “Add 1 ml. of 2 per cent. sodium nitrite solution.” Read off 
the amount of succinylaminonitrothiazole from a standard curve prepared 
by this method, using pure succinylaminonitrothiazole. 

( c )  For phthalylaminonitrothiazole. Proceed as for succinylamino- 
nitrothiazole, but heat for 90 minutes at 100” C. instead of for 40 minutes. 
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(b) For succinylaminonitrothiazole. 



Aminonitrothiazole Extinction of 1 cm. 
mg. at 580mll 

0.05 0.165 
0.10 0.335 

0.20 0.65 

0.30 0.88 

0.45 1.26 

0.15 0.505 

0.25 0.77 

0.35 1.01 
0.40 1.145 
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determinations carried out in 
Slope pairs at different times; 0.810, 

3.3 0.810; 0.800, 0.810; 0.813, 0-800; 
3.4 0.815, 0.815; 0.810, 0.805. 
3.3 Procedures (b) and (c) .  Under 
3.0 the conditions used for the hydrol- 
2.9 ysis of phthalyl- and succinyl- 
2’8 aminonitrothiazole, hydrolysis to 

3.4 

3.1 

2.9 


