
5.1.50
AOAC Of fi cial Method 969.57

Sulfamethazine in Feeds

Spec tro pho to met ric Method
First Ac tion 1969

(Ap pli ca ble to feeds con tain ing pro caine pen i cil lin. Not
ap pli ca ble to feeds made from gran ule-stabilized Tylan–Sulfa
pre mixes.)

A. Re agents

See 969.53A(b)–(d) (see 5.1.04) and in ad di tion:
(a) 50% Meth a nol so lu tion.—50% (v/v) aque ous so lu tion of

meth a nol.
(b )  Sul famethaz ine  s tan  dard  so  lu  t ions .—(1 )  Stock

so lu tion.—Ac cu rately weigh 0.100 g USP Sulfamethazine
Reference Standard into 100 mL vol u met ric flask. Add 50 mL 50%
meth a nol so lu tion and shake un til dis solved. Di lute to vol ume with
50% meth a nol so lu tion. So lu tion is sta ble at least sev eral weeks. (2)
In ter me di ate so lu tion.—Pipet 5 mL stock so lu tion into 200 mL
vol u met ric flask, di lute to vol ume with 50% meth a nol, and mix
wel l .  So  lu  t ion  i s  s ta  b le  sev  e ra l  weeks .  (3 )  Working

so lu tion.—2.5 mg/mL. Pipet 10 mL in ter me di ate so lu tion into 100
mL vol u met ric flask, add 1 mL HCl and 50 mL 50% meth a nol, di lute 
to vol ume with H2O, and mix well. So lu tion is sta ble ca 2 weeks.

B. Prep a ra tion of Test Solution

Weigh 5.00 g ground test por tion into 250 mL glass-stoppered
Erlenmeyer. Add 100.0 mL 50% meth a nol so lu tion, shake well on
me chan i cal shaker 1 h, and cen tri fuge. Pipet aliquot supernate

con tain ing ca 250 mg sulfamethazine into 100 mL vol u met ric flask,
add 50% meth a nol, if nec es sary, to vol ume of ca 60 mL, fol lowed by
1.0 mL HCl, and 10 mL 1% (w/v) ZnSO4 so lu tion. Let stand 10 min,
di lute to vol ume with H2O, and mix.

C. De ter mi na tion

Fil ter por tion of pre pared so lu tion through Whatman No. 42
pa per, or equiv a lent, into 250 mL flask. Fil trate should be clear.
Pipet two 10 mL aliquots fil trate and 10 mL work ing stan dard
so lu tion into sep a rate 50 mL cen tri fuge tubes. To each tube add
1.0 mL 0.1% NaNO2 so lu tion; mix and let stand 3 min. Add 1.0 mL
0.5% am mo nium sulfamate so lu tion; mix and let stand 2 min. Add

1.0 mL 0.1% N-(1-naphthyl)ethylenediamine×2HCl so lu tion to one
of test so lu tions and to stan dard so lu tion. To sec ond test so lu tion add
1.0 mL H2O (test blank). Mix all so lu tions well and let stand 10 min.

To test, test blank, and stan dard so lu tion add ca 10 mL CHCl3,
stop per, and shake vig or ously 30 s (30 s is re quired to en sure
com plete re moval of pro caine dye). Add 0.8 mL 10M NaOH to test
solution, test blank, and stan dard so lu tion. Stop per and shake

vig or ously ³1 min to en sure com plete re moval of pro caine dye.
Cen tri fuge so lu tions at 2000 rpm 5 min or un til aque ous layer is
com pletely clear. Re move 10.0 mL aque ous phase with pipet and
trans fer to 50 mL Erlenmeyer or 50 mL beaker. Add 1.0 mL HCl and
re move fumes formed in flask with as pi ra tor or air stream.

Read A of test solution, test blank, and stan dard solution (A¢) at
540 nm in spectrophotometer, against H2O blank. Cor rect A of test
so lu tion by sub tract ing that of test blank.

mg/kg Sulfamethazine = (A/A¢) ´  (2.5 mg/mL)

´ (100 mL/mL ex tract aliquot taken) ´ (100 mL/5 g)

Ref er ences: JAOAC 51, 1282(1968); 72, 106(1989).

CAS-57-68-1 (sulfamethazine)
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