
5.1.24
AOAC Of fi cial Method 960.63
Furazolidone, Nitrofurazone,

or Bifuran in Feeds

Colorimetric Method
First Ac tion 1960
Fi nal Ac tion 1961

A. Re agents

(a) Phenylhydrazine hy dro chlo ride so lu tion.—Dis solve 0.5 g

phenylhydrazine×HCl in 50 mL H2O. Pre pare fresh daily. Mix equal
vol ume of this so lu tion with HCl.

( b )  F u r a z o l i d o n e  s t a n  d a rd  s o  l u  t i o n s . — ( 1 )  St o c k
so lu tion.—0.55 mg/mL. Weigh 55 mg furazolidone stan dard into
100 mL vol u met ric flask, di lute to vol ume with dimethylformamide
(DMF), and mix. So lu tion is sta ble sev eral months when pro tected
from light. (2) Working so lu tion.—Pre pare work ing stan dard
cor re spond ing to la bel dec la ra tion. For feeds con tain ing 0.011%
furazolidone, pipet 2 mL stock so lu tion into 100 mL vol u met ric
flask, add 48 mL DMF, and di lute to vol ume with H2O. For feeds
con tain ing 0.00275% furazolidone, pipet 0.5 mL stock so lu tion into
100 mL vol u met ric flask, add 49.5 mL DMF, and di lute to vol ume
with H2O.

( c )  N i t ro f u r a z o n e  s t a n  d a rd  s o  l u  t i o n s . — ( 1 )  St o c k
so lu tion.—0.56 mg/mL. Weigh 56 mg nitrofurazone stan dard into
100 mL vol u met ric flask, di lute to vol ume with DMF, and mix.
So lu tion is sta ble sev eral months when pro tected from light. (2)
Working so lu tion.—Pre pare work ing stan dard cor re spond ing to la bel
dec la ra tion. For feeds con tain ing 0.0056% nitrofurazone, pipet 1 mL
stock so lu tion into 100 mL vol u met ric flask, add 49 mL DMF, and
di lute to vol ume with H2O. For feeds con tain ing 0.0112%
nitrofurazone, pipet 2 mL stock so lu tion into 100 mL vol u met ric flask,
add 48 mL DMF, and di lute to vol ume with H2O.

( d )  B i f u r a n  s t a n  d a r d  s o  l u  t i o n s . — ( 1 )  S t o c k
so lu tion.—0.1285 mg/mL. Pipet 20 mL nitrofurazone stock so lu tion
and 3 mL furazolidone stock so lu tion into 100 mL vol u met ric flask
and di lute to vol ume with DMF. (2) Working so lu tion.—For feeds
con tain ing 0.0064% to tal nitrofurans, pre pare work ing stan dard by
pipetting 5 mL bifuran stock so lu tion into 100 mL vol u met ric flask,
add ing 45 mL DMF, and di lut ing to vol ume with H2O.

(e) Ad sor bent.—To 100 parts alu mina, 961.24B(b) (see 5.1.08), in 
screw cap bot tle, add 4 parts Mg(OH)2, shake un til thor oughly mixed,
then add 5 parts H2O, and mix un til all lumps dis ap pear. Store in
tightly sealed con tainer.

B. De ter mi na tion

Weigh 10 g test por tion of ground feed into 125 mL Erlenmeyer,

add ex actly 50 mL DMF, stop per loosely, and place in boil ing water

bath 5 min. Me chanically shake 10 min and fil ter through rapid

pa per. To 25 mL fil trate add 25 mL H2O and mix.

Pre pare ca 20 mm di am e ter ad sorp tion col umn, con tain ing

ad sor bent, to height of 5 cm. Pass the 50% DMF sam ple so lu tion

through col umn, dis card ing first 3 mL eluate. (If col umn flow

stops, break up gummy film at top of ad sor bent, us ing long thin

glass rod.) Pipet 5 mL aliquots of eluate into each of 2 num bered

test tubes. Pro tect one tube from light. To other tube, add 3 drops

freshly pre pared 2% (w/v) so lu tion of so dium hydro sul fite and let 

stand 20 min, shak ing at ca 5 min in ter vals. Treat 5 mL aliquots of

work ing stan dard so lu tion in ex actly same man ner.

Pipet 5 mL phenylhydrazine×HCl so lu tion into each of the

num bered test tubes con tain ing test portions and stan dards. Mix

and place tubes in 70°C water bath 25 min; cool in 15°C water

bath 5 min. Add ex actly 10 mL to lu ene to each tube, stop per, and

shake vig or ously 40 times. Cen tri fuge or fil ter to lu ene so lu tion

di rectly into ab sorp tion cell through cot ton wad in serted in stem

of small fun nel. Read A of so lu tions at 440 nm.
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