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1 Available from: American Type Culture
Collection, 12301 Parklawn Drive, Rockville,
MD 20852.

milliliters of distillate into an Erlen-
meyer flask in about 20 minutes, add-
ing water through the funnel as nec-
essary. It is important to keep the liq-
uid volume in the acetyl flask around 2
milliliters to 3 milliliters in order to
obtain a quantitative recovery of the
acetic acid. Collect a second fraction of
distillate, about 10 milliliters in vol-
ume. As the second fraction is distill-
ing, process the first fraction. Heat the
first reaction and boil gently about 20
seconds. Add a few drops of BaCL2 solu-
tion to check if any sulfate was dis-
tilled over. If the sulfate is present,
discard and repeat the whole deter-
mination. If the sulfate is absent im-
mediately titrate the solution with the
0.015 N NaOH solution to a faint pink
endpoint, using one drop of phenol-
phthalein solution as the indicator. Re-
peat the above procedure with the sec-
ond fraction. If the second fraction re-
quires less than 0.10 milliliter of the
0.015 N NaOH solution and all the ace-
tic acid has been distilled over, the de-
termination is completed. If greater
than this, collect a third fraction of ap-
proximately 10 milliliters and titrate
this as before. Total volumes of NaOH
used and calculate results as follows:

(Milliliters of NaOH × N NaOH × 0.043 × 100)/
Weight sample in grams=Percent acetyl.

(7) Crystallinity. Proceed as directed
in § 440.80a(b)(5)(iii) of this chapter.

§ 436.516 Tetracycline-neomycin com-
plex powder topical; tetracycline
hydrochloride-neomycin sulfate
powder topical.

(a) Potency—(1) Tetracycline-neomycin
complex powder—(i) Tetracycline content.
Proceed as directed in § 436.514(a)(2), ex-
cept use water in lieu of 0.1 N HCl for
dissolving the sample. Its tetracycline
content is satisfactory if it contains
not less than 85 percent of the equiva-
lent number of milligrams of tetra-
cycline hydrochloride that it is rep-
resented to contain.

(ii) Neomycin content. Using 0.1 M po-
tassium phosphate buffer, pH 8.0, dilute
an appropriate aliquot of the aqueous
solution, prepared as directed in para-
graph (a)(1) of this section, to a final
concentration of 1 µ g. per milliliter
(estimated), and proceed as directed in
§ 436.515(c)(1), except that the neomycin
standard stock solution described

§ 436.517(b)(1)(iii) is used to prepare the
standard curve, by further diluting
with pH 8.0 buffer to final concentra-
tions of 0.64, 0.80, 1.0, 1.25, and 1.56 µ g.
per milliliter. The 1.0 µ g per milliliter
solution is the reference concentration.
In lieu of the method described in this
subparagraph, the neomycin content
may also be determined as follows.
Using the aqueous solution described,
prepare the sample and proceed as di-
rected in § 436.517(b)(1), except use
Staphylococcus aureus (American Type
Culture Collection 12715) 1 as the test
organism, which is grown and main-
tained on agar containing 100 µ g. of
tetracycline hydrochloride per milli-
liter of agar. Its neomycin content is
satisfactory if it contains not less than
85 percent of the number of milligrams
that it is represented to contain.

(2) Tetracycline hydrochloride-neomy-
cin sulfate powder—(i) Tetracycline hy-
drochloride content. Prepare the sample
as directed in § 436.514(a)(2). Use an ap-
propriate aliquot and proceed as di-
rected in § 446.81a(b)(1) of this chapter.
Its tetracycline hydrochloride content
is satisfactory if it contains not less
than 85 percent of the number of milli-
grams that it is represented to contain.

(ii) Neomycin content. Use an appro-
priate aliquot of the solution prepared
in paragraph (a)(2)(i) of this section
and proceed as directed in paragraph
(a)(1)(ii) of this section. Its neomycin
content is satisfactory if it contains
not less than 85 percent of the number
of milligrams that it is represented to
contain.

(b) Sterility. Thoroughly cleanse with
a suitable disinfectant the value (do
not flame) of each container to be test-
ed. Into each of two empty, sterile Er-
lenmeyer flasks stoppered with a cot-
ton plug, spray quantitites sufficient
to yield a residue of approximately the
equivalent of 50 milligrams from 10
separate cans by removing the plug
temporarily and using aseptic tech-
nique while spraying; allow propellant
to evaporate, add 250 milliliters to 500
milliliters of diluting fluid B in lieu of
diluting fluid A, and swirl the flasks to
dissolve the contents. Then proceed as
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1 See footnote 1 to § 436.516.

directed in § 436.20 of this chapter using
the method described in paragraph
(e)(1) of that section.

(c) Moisture. Proceed as directed in
§ 536.513(c) of this chapter.

(d) Tetracycline-neomycin complex used
in making the drug—(1) Potency—(i) Tet-
racycline content. Dissolve the sample
to be tested in sufficient water to give
a convenient stock solution. Using an
appropriate aliquot, proceed as di-
rected in § 446.81a(b)(1).

(ii) Neomycin content. Using an ali-
quot of the stock solution prepared as
directed in paragraph (d)(1)(i) of this
paragraph, proceed as directed in para-
graph (a)(2) of this section, except the
last sentence of that subparagraph.

(2) Toxicity. Proceed as directed in
§ 440.80a(b)(4) of this chapter using 0.5
milliliter of a solution prepared by di-
luting the sample with physiological
sodium chloride solution to contain 200
µ g. of neomycin per milliliter (esti-
mated).

(3) pH. Using a 1-percent aqueous so-
lution, proceed as directed in
§ 440.80a(b)(5)(ii) of this chapter.

[39 FR 18944, May 30, 1974, as amended at 40
FR 13497, Mar. 27, 1975]

§ 436.517 Bacitracin-neomycin tablets;
zinc bacitracin-neomycin tablets;
bacitracin methylene disalicylate-
neomycin tablets.

(a) Tablets—(1) Potency—(i) Bacitracin,
zinc bacitracin, or bacitracin methylene
disalicylate content. Proceed as directed
in § 448.110a(b)(1). Its content of baci-
tracin, zinc bacitracin, or bacitracin
methylene disalicylate is satisfactory
if it contains not less than 85 percent
of the number of units per tablet that
it is represented to contain.

(ii) Neomycin content. Place 5 tablets
in a blending jar and add thereto 200
milliliters of a 500-milliliter quantity
of 0.10-percent phosphate buffer pH 8.0.
After blending for 1 minute with a
high-speed blender, add the remainder
of the buffer. Blend again for 1 minute
and make the proper estimated dilu-
tions in the buffer and proceed as di-
rected in paragraph (b)(1) of this sec-
tion. Its content of neomycin is satis-
factory if it contains not less than 85
percent of the number of milligrams of
activity that it is represented to con-
tain.

(2) Moisture. Proceed as directed in
§ 440.80a(b)(5)(i) of this chapter.

(3) Disintegration time. Proceed as di-
rected in § 440.180a(b)(3).

(b) Neomycin used in making the tab-
lets—(1) Potency—(i) Cylinders (cups).
Use cylinders described under
§ 440.80a(b)(1)(i) of this chapter.

(ii) Culture medium. Use the medium
described in § 440.80a(b)(1) (ii)(a) of this
chapter for both the base and seed lay-
ers, except its pH after sterilization is
7.8 to 8.0.

(iii) Working standard. Dry the work-
ing standard (obtained from the U.S.P.
Reference Standards Committee, 46
Park Avenue, New York 16, N.Y.) for 3
hours at 60° C. and a pressure of 5 milli-
meters or less and weigh out a suffi-
cient quantity to make a convenient
stock solution by diluting with a 0.1 M
potassium phosphate buffer, pH 7.8 to
8.0. The stock solution, when stored at
a temperature of approximately 15° C.,
or less, may be used for a period not ex-
ceeding 1 month.

(iv) Standard curve. Using the stock
solution, prepare a daily standard
curve as directed in § 444.70a(b)(1)(iv) of
this chapter, using solutions of the ne-
omycin working standard in 0.1M po-
tassium phosphate buffer, pH 8.0, in
concentrations of 6.4, 8.0, 10.0, 12.5, and
15.6 micrograms per milliliter if the
test organism Staphylococcus aureus
(ATCC 6538P), 1 or in concentrations of
0.64, 0.80, 1.0, 1.25, and 1.56 micrograms
per milliliter if the test organism is
Staphylococcus epidermidis (ATCC
12228).1 The 10.0 micrograms per milli-
liter and the 1.0 microgram per milli-
liter concentrations are used as the ref-
erence points.

(v) Preparation of test organism. The
test organism is Staphylococcus aureus
(ATCC 6538P), 1 which is maintained on
agar described in § 440.80a(b)(1)(ii)(a) of
this chapter. From a stock slant inocu-
late a Roux bottle containing this
same agar and incubate for 24 hours at
32° C.–35° C. Wash the resulting growth
from the agar surface with about 50
milliliters of sterile sodium chloride
solution. Standardize this suspension
by determining the dilution that will
permit 80 percent light transmission
through a filter at 6500 Angstrom units
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