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AOAC Of fi cial Method 961.25

Nihydrazone in Feeds

Colorimetric Method
First Ac tion 1961
Fi nal Ac tion 1962

A. Re agents

(a) 95% Dimethylformamide (DMF).—Di lute 95 parts DMF
(East man Ko dak Co. No. 5870, or equiv a lent) with 5 parts H2O. 

( b )  N i h y d 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.—Weigh 110 mg crys tal line nihydrazone into 100 mL
vol u met ric flask, dis solve in DMF, and di lute to vol ume with DMF.
Pro tected from light, so lu tion is sta ble sev eral months. (2) Working
so lu tion.—For feeds con tain ing 0.011% nihydrazone, pipet 1 mL
aliquot stock so lu tion into 100 mL vol u met ric flask, add 50 mL
DMF, and di lute to vol ume with H2O.

B. De ter mi na tion

Weigh 10 g test por tion into 125 mL Erlenmeyer, add ex actly
50 mL 95% DMF, stop per loosely, and place in boil ing water bath

5 min (or un til tem per a ture of sol vent reaches 90°C). Shake
me chan i cally 10 min and fil ter through rapid pa per. To 25 mL fil trate 

add 25 mL H2O and mix. Let stand, pro tected from light, ³30 min.
(Some sol ids may sep a rate; stand ing for lon ger time is per mis si ble.)

Pre pare ca 20 mm di am e ter ad sorp tion col umn con tain ing
ad sor bent, 960.63A(e) (see 5.1.24), to height of 5 cm. (With highly
col ored feeds, use some what lon ger col umn.) Use plug of cot ton or
glass wool to sup port col umn, and sim i lar plug or layer of washed
sea sand on top. Pass test so lu tion through col umn, col lect ing ca
15 mL eluate. Pipet 5 mL aliquots into each of 2 tubes. Pro tect one
tube from light; to other add 3 drops freshly pre pared 2% so dium
hydro sul fite so lu tion (w/v), mix, and let stand 5 min. Treat 5 mL
aliquots di luted stan dard so lu tion sim i larly.

Pipet 5 mL phenylhydrazine so lu tion, 960.63A(a) (see 5.1.24),

into all test tubes, mix, and heat 20 min in 40°C water bath. Cool by

plac ing tubes 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. Sep a rate and
cen tri fuge to lu ene layer, and read A at 440 nm.
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