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AOAC Of fi cial Method 956.11

Nicarbazin in Feeds

Spec tro pho to met ric Method
First Ac tion 1956

Fi nal Ac tion

(Pres ence of furazolidone, nitrofurazone, or nihydrazone may cause
high re sults. Con firm pres ence of nicarbazin by Iden ti fi ca tion Test, F.)

A. Re agents

(a) Dimethylformamide (DMF).—Re agent grade.
(b) Alu mina.—See 961.24B(b) (see 5.1.08).
(c) Al co hol.—For mulas SDA Nos. 2B, 3A, or 30 may be used.
(d) Al co holic so dium hy drox ide so lu tion.—Di lute 2.0 mL clear

50% NaOH so lu tion, 936.16B(b) (see A.1.12), to 100 mL with
al co hol. Cen tri fuge in stoppered tube. Pre pare fresh daily.

(e) Nicarbazin stan dard so lu tions.—(1) Stock so lu tion.—Weigh
25.0 mg Nicarbazin Ref er ence Stan dard (avail able from Elanco
Animal Health, PO Box 708, Greenfield, IN 46140, USA;
www.elancous.com; or Phibro Animal Health, 65 Challenger Rd,
Third Floor, Ridgefield, NJ 07660, USA; www.philbroah.com) into
500 mL vol u met ric flask, and dis solve in ca 150 mL DMF with aid of 
gen tle heat. Cool, di lute to vol ume with DMF, and mix well. Store

pro tected from light. (2) Working so lu tion.—12.5 mg/mL. Trans fer
25.0 mL stock so lu tion to 100 mL vol u met ric flask and di lute to
vol ume with DMF. Mix well.

B. Prep a ra tion of Col umn

Use glass tube 22 mm id, ca 50 cm long, con stricted at lower end.
Place plug of glass wool in con stricted end and add 30 g alu mina in
3 por tions. Tamp each por tion with glass rod while ap ply ing gen tle
suc tion. Wash col umn with 25 mL DMF, drain ing to point 1–2 cm
above bed level be fore add ing test extract to col umn. Pre pare
col umn for each test portion and stan dard.

Never let col umn run dry; keep head of liq uid at all times.

C. Prep a ra tion of Test Portion

Weigh 10.0 g test por tion into 250 mL Erlenmeyer and add
100.0 mL DMF. Heat just to boiling on hot plate in hood with

in ter mit tent stir ring. Cool to room tem per a ture by im mers ing in
water bath. De cant supernate into cen tri fuge tubes and cen tri fuge
3 min.

D. De ter mi na tion

Pipet 25.0 mL clear ex tract onto col umn and let pass through
col umn with aid of gen tle suc tion. Wash col umn with three 10 mL
por tions DMF and re ject washings. Elute with nine 5 mL por tions
al co hol, dis card ing first 15 mL eluate and col lect ing next 25 mL

eluate in 25 ´ 200 mm tube. Quan ti ta tively trans fer eluate into
50 mL vol u met ric flask and di lute to vol ume with al co hol. Mix well.

Pipet 25.0 mL work ing stan dard so lu tion onto an other col umn
and pro ceed as for test portion.

Pipet two 15.0 mL diluted eluate so lu tions into sep a rate 25 mL
vol u met ric flasks. To one add 5.0 mL al co holic NaOH so lu tion and
ad just vol ume of both so lu tions to 25 mL with al co hol. Read A of
yel low so lu tion formed in first flask within 5 min in
spectrophotometer or colorimeter at 430 nm against sec ond so lu tion
as blank. Cal cu late weight nicarbazin from stan dard curve.

E. Prep a ra tion of Stan dard Curve

Pipet 10, 15, and 20 mL aliquots of chromatographed work ing
stan dard so lu tion into sep a rate 25 mL vol u met ric flasks, add 5 mL
al co holic NaOH, and di lute to vol ume with al co hol. Mix well.
Mea sure A within 5 min at 430 nm against al co hol.

Pre pare stan dard curve by plot ting A against mg nicarbazin.

F. Iden ti fi ca tion Test

Place al co hol in 1 cm quartz cell and clear chromatographed test
so lu tion in matched cell. De ter mine A at 2 nm in ter vals from 340 to
349 nm with Beckman Model DU spectrophotometer, or equiv a lent, 
at min i mum slit width, or scan wave length 340 to 350 nm.
Ab sorp tion max i mum at 344 ± 4 nm con firms pres ence of
nicarbazin.

Ref er ences: JAOAC 39, 321(1956); 40, 469(1957); 41, 326(1958).
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