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Fi nal Ac tion 1975

(Ap pli ca ble only to in jec tions.)

A. Ap pa ra tus and Re agents

(a) Re cord ing spectrophotometer.—For mea sure ment in range
230–350 nm.

(b) Neostigmine methylsulfate stan dard so lu tion.—0.5 mg/mL.
Ac cu rately weigh 50 mg USP neostigmine methylsulfate Ref er ence
Stan dard of known purity, trans fer to 100 mL vol u met ric flask, add
1 mL 0.5M H2SO4, 890.01 (see A.1.14), and di lute to vol ume with
H2O.

B. Prep a ra tion of Test Solution

(a) In ter fering UV-absorbing pre ser va tives ab sent.—Trans fer
aliquot con tain ing 5.0 mg neostigmine methylsulfate to 150 mL
beaker and hy dro lyze as in D.

( b )  I n  j e c  t i o n  s o  l u  t i o n s  c o n  t a i n  i n g  p h e  n o l  o r
parabens.—Pro ceed as in C.

C. Ex trac tion of In ter fer ences

Trans fer test solution aliquot (or di lu tion if nec es sary) con tain ing
5.0 mg neostigmine methylsulfate to 125 mL sep a ra tor, add 1 mL
0.05M H2SO4, and add H2O to to tal vol ume of 21 mL. Add 35 mL
CHCl3 and shake vig or ously 2 min. Trans fer CHCl3 layer into
sec ond 125 mL sep a ra tor con tain ing wash so lu tion of 10 mL H2O

and 1 mL 0.05M H2SO4; shake, let lay ers sep a rate com pletely, and
dis card CHCl3 phase. Re peat ex trac tion with 5 ad di tional 35 mL
por tions CHCl3. Rinse stem of each sep a ra tor with CHCl3 af ter last
ex trac tion and dis card CHCl3. Com bine aque ous lay ers in 150 mL
beaker. Rinse each sep a ra tor in suc ces sion with two 5 mL por tions
H2O, rinse stem of each sep a ra tor with H2O, trans fer rins ings to
beaker, and pro ceed as in D.

D. Hy dro ly sis

Add 25 mL 10% NaOH so lu tion (w/v) and H2O to ca 80 mL.
Cover with watch glass and heat 30 min on vig or ous steam bath.
Cool, quan ti ta tively trans fer so lu tion through loose glass wool plug,
prewashed with 1% NaOH so lu tion (w/v), to 250 mL vol u met ric
flask, and di lute to vol ume with H2O. In sep a rate beaker, sim i larly
treat 10 mL aliquot stan dard neostigmine methylsulfate so lu tion.
Per form blank de ter mi na tion, omit ting neostigmine methylsulfate.
Pro ceed as in E.

E. De ter mi na tion

Re cord spec tra of test and stan dard so lu tions, rel a tive to blank, in

1 cm cells, from 350 to 230 nm. De ter mine DA of each so lu tion by
sub tract ing A at 350 nm from A at max i mum, ca 239 nm.

Neostigmine methylsulfate in test por tion, mg/mL =

(DA/DA¢) ´ 0.5 ´ (10/mL test s olution aliquot)

where DA and DA¢ re fer to test por tion and stan dard, re spec tively.

Ref er ence: JAOAC 54, 21(1971).

CAS-51-60-5 (neostigmine methylsulfate)
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