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XI.	 Chromatoplate observed 
under UV light of 254 nm

XII.	 Observations made at 	
254 nm

A blue-violet spot at a travel distance of about 0.56 indicates the presence 
of pyrazinamide in the test solution. When combined with isoniazid and ri-
fampicin, two more principal spots are visible below and above the pyrazina-
mide spot at a travel distance of about 0.45 and 0.71, respectively. Additional 
strong spots generated by the test solution would point at other drugs or 
pyrazinamide degradation, the latter case being more likely when associated 
with a smaller principal spot. Auxiliary agents incorporated in the different 
tablet or capsule formulations might cause some fainter spots emerging near 
or on the origin line. Fixed-dose combination products containing also etham-
butol would require staining with ninhydrin solution as this drug cannot be 
detected with UV light of any wavelenght whatsoever.

XIII. Results & Actions 		
to be taken

The pyrazinamide spot in the chromatogram obtained with the test solution 
must correspond in terms of colour, size, intensity, shape and travel distance 
to that in the chromatogram obtained with the lower and higher standard 
solution. This result must be obtained for each method of detection. If this 
is not achieved, repeat the run from scratch with a second sample. Reject 
the batch if the drug content cannot be verified in a third run. For a second 
opinion, refer additional samples to a fully-fledged drug quality control labo-
ratory. Retain samples and put the batch on quarantine until a final decision 
on rejection or release has been taken.

XIII.	Observations made at 	
daylight after IODINE 
STAINING

When exposing the chromatoplate to iodine vapour, all pyrazinamide spots 
already observed at 254 nm are now turning orange-brown. Still observe the 
plate when iodine evaporates already. Spots reflecting poor quality products 
will disappear first gradually followed by the reference spots representing a 
drug content of an 80 and 100 percent, respectively.

Run No.1:	
A standard solution representing 
100% of total pyrazinamide, isoni-
azid and rifampicin as upper working 
limit.
 
Run No. 2: 
A pyrazinamide fixed-dose combina-
tion product of good quality. 

Run No.3:
	A pyrazinamide fixed-dose combina-
tion product of poor quality. 

Run No.4:	
A standard solution representing 80% 
of total pyrazinamide, isoniazid and 
rifampicin as lower working limit.
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