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Azathioprine Tablets

General Notices
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The tablets c

Content of azathioprine, C,H,N,O,S

95.0 to 105.0% of the stated amount.

IDENTIFICATION

h the requirements stated under Tablets and with the following requirements.




In the Assay, record the UV spectrum of the principal peak in the chromatograms obtained with
solutions (1) and (2) with a diode array detector in the range of 210 nm and 400 nm.

The UV spectrum of the principal peak in the chromatogram obtained with solution (1) is concordant
with that of the peak in the chromatogram obtained with solution (2);

the retention time of the principal peak in the chromatogram obtained with solution (1) is similar to
that of the peak in chromatogram obtained with solution (2).

TESTS

Dissolution

Comply with the dissolution test for tablets and capsules, Appendi®eX|l BY.
TEST CONDITIONS
(a) Use Apparatus 2, rotating the paddle at 50 revolutio inute.
re of 37°, agth ium.

(b) Use 900 mL of 0.1m hydrochloric acid, at a te @

(1) After 30 minutes withdraw a samplé"e filter (0% m nylon syringe filter is
suitable). Use the filtered medium, di ce a solution expected to contain
0.003% wi/v of Azathioprine.

(2) 0.003% wl/v solution of azathi

PROCEDURE

(@) Use a stainle (15cm x 3.9%nm) packed with end-capped octadecyisilyl silica gel
for chromatogra 8 is suitable).

(b) Use isocrati ile phase described below.
(c) Usea te'of 1 mL p
(d) Useac mpera :
(e) a chilled autosampleg o
(f) ¥ sction wawmelengthiof 285 nm.
eet 10 pL of .
PHASE
46 volum m | and 54 volumes of 0.05m potassium dihydrogen orthophosphate, previously
adjusted with orthophosphoric acid.

When the chromatograms are recorded under the prescribed conditions the retention time of the
azathioprine is about 2 minutes.

DETERMINATION OF CONTENT



Calculate the total content of azathioprine, C,H,N,0,S, in the medium from the absorbances obtained
and using the declared content of C;H,N,O,S, in azathioprine BPCRS.

LIMITS

The amount of azathioprine released is not less than 75% (Q) of the stated amount.

Related substances
Carry out the method for liquid chromatography, Appendix Il D, using the followi olutiens
immediately, protected from light. Q

Solution A 0.02m sodium dihydrogen phosphate monohydrate

(1) Disperse a quantity of the powdered tablets containing 10 35imL of 0@
hydroxide. Dilute to 100 mL with solution A.

(2) Dilute 1 volume of solution (1) to 100 volumes with soluti

(3) 0.015% wlv of azathioprine BPCRS and 0.002% w/y of i, G EPC 02m sodium
hydroxide. Dilute 1 volume to 100 volumes with solution

(4) 0.004% wliv of mercaptopurine BPCRS (azatk ity B) and 2% w/v of 5-chloro-1-

n
methyl-4-nitroimidazole BPCRS (azathioprine i 0.02m s ydrexide. Dilute 1 volume
of this solution to 100 volumes with solution A.
(5) Dilute 1 volume of solution (2) to 10 ith solution A

(a) Use a stainless steel column : end-capped ethylene-bridged
phenylsilyl silica gel for chro 1 ial) (3.5 um) (XBridge BEH Phenyl is suitable).
(b) Use gradient elution,and

olumes of methanol and 40 volumes of 0.02m sodium dihydrogen phosphate
y adjusted to pH 2.4 with orthophosphoric acid.

Mobile phase A (% Mobile phase B (% Comment
viv) viv)
0-3.5 100 0 isocratic
3.5-10.5 100—-0 0—100 linear gradient
10.5-14.0 0 100 isocratic

14.0-17.5 100—0 100—0 linear gradient



Time (Minutes) Mobile phase A (% Mobile phase B (% Comment
viv) viv)

17.5-21.0 100 0 re-equilibration

SYSTEM SUITABILITY

The test is not valid unless in the chromatogram obtained with solution (3), the resolution between the
peaks due to impurity G and azathioprine at least 2.0.

CALCULATION OF IMPURITIES

For each impurity, use the concentration of Azathioprine in solution (2
For peak identification, use solutions (3) and (4).

For the reporting threshold, use the concentration of Azathiegrin solution (5).
Azathioprine retention time: about 10 minutes. v
Relative retention: impurity E, about 0.16; impurit t 0.18; imputi 0.25; impurity D,

about 0.27; impurity B, about 0.3 and impurity

Correction factors: impurity B, multiply by urity G, multiply by:0.6.

LIMITS

: not more than 0.2%;

20 tablets. Dissolve a quantity of the powder containing 25 mg in 25 mL of
, with the use of ultrasound and intermittent shaking. Filter and dilute the

(2) 0.005% wl/v of azathioprine impurity A EPCRS in 0.02m sodium hydroxide.

CHROMATOGRAPHIC CONDITIONS

The chromatographic conditions described under Dissolution may be used.



MOBILE PHASE

46 volumes of methanol and 54 volumes of 0.05m potassium dihydrogen orthophosphate, previously
adjusted to pH 4.0 with orthophosphoric acid.

DETERMINATION OF CONTENT

Calculate the content of azathioprine, C4H,N,O,S, in the tablets using the declared content of
C,H,N,0O,S, in azathioprine BPCRS.

STORAGE

Azathioprine Tablets should be protected from light. %E

IMPURITIES

The impurities limited by the requirements of thi h include, rities listed under
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