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‘in Sodium Injection

n Injection is a sterile solution of Enoxaparin Sodium in Water for Injection. Its appearance is analyzed for clarity and degree
validated method. Its potency value is NLT 90% and NMT 110% of the potency stated on the label in terms of International
nits (IU). It may contain, in multiple-dose containers, a suitable antimicrobial preservative, such as benzyl alcohol.

ar the total contents of a single-dose container or 0.4 mL from a multiple-dose container to a glass test tube, add 2 mL of
- of 2% (w/v) protamine sulfate solution, and mix.
ria: A creamy white precipitate is formed.

hydrochloric acid

n: 500 pg/mL

. Transfer the total content of a single-dose container or 0.4 mL from a multiple-dose container to a 100-mL volumetric flask.
Jium to volume.

ria: The spectra exhibit maxima at 231 + 2 nm.

:sTs—GENERAL, Sodium(191): Meets the requirements

STIVITY

ion: Glacial acetic acid and water (42:58)

ene glycol 6000 buffer: Dissolve 6.08 g of tris(hydroxymethyl)aminomethane and 8.77 g of sodium chloride in 500 mL of
g of polyethylene glycol 6000, adjust with hydrochloric acid to a pH of 7.4, and dilute with water to 1000 mL.

ssolve 6.08 g of tris(hydroxymethyl) aminomethane and 8.77 g of sodium chloride in 500 mL of water. Adjust with

sid to a pH of 7.4, and dilute with water to 1000 mL.

ssolve 3.03 g of tris(hydroxymethyl) aminomethane, 5.12 g of sodium chloride, and 1.40 g of edetate sodium in 250 mL of
vith hydrochloric acid to a pH of 8.4, and dilute with water to 500 mL.

abin Ill solution: Reconstitute a vial of antithrombin Ill (see Reagents, Indicators, and Solutions—Reagent Specifications) in

1 a solution containing 5 Antithrombin 11l Units/mL. Dilute this solution with pH 7.4 polyethylene glycol 6000 buffer to obtain a
J a concentration of 1.0 Antithrombin IIl Unit/mL.

n: Reconstitute a weighed quantity of bovine factor Xa (see Reagents, Indicators, and Solutions—Reagent Specifications) in
rlene glycol 6000 buffer to obtain a solution that gives an increase in absorbance value at 405 nm of NMT 0.20 absorbance

1 assayed as described below but using as an appropriate volume, V, the volume in uL of pH 7.4 buffer instead of V pL of the
ution.
bstrate solution: Prepare a solution of a suitable chromogenic substrate for an amidolytic test (see Reagents, Indicators, and

gent Specifications) for Factor Xa in water to obtain a concentration of about 3 mM. Dilute with pH 8.4 buffer to obtain a

J a concentration of 0.5 mM.

ns: Reconstitute the entire contents of an ampul of USP Enoxaparin Sodium for Bioassays RS with water, and dilute with pH
itain four dilutions in the concentration range between 0.025 and 0.2 Anti-Factor Xa IU/mL.

5: Proceed as directed for Standard solutions to obtain concentrations of Injection similar to those obtained for the Standard

dard solutions, Sample solutions, Human antithrombin Ill solution, pH 7.4 buffer, Factor Xasolution, Chromogenic substrate
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100-250 pL) volume of Chromogenic substrate solution. Stop the reaction after 4.0 min with a 5V (100-250 pL) volume of

I solution. Measure the absorbance of each solution at 405 nm, using a suitable spectrophotometer (see Ultraviolet-Visible
)Py (857)) against blank B1. The reading of blank B2 relative to blank B1 is NMT +0.05 absorbance unit.

- each series, calculate the regression of the absorbance against log concentrations of the Sample solutions and of the

ons, and calculate the potency of the enoxaparin sodium in the Injection in IU of Anti-Factor Xa activity/mL, using statistical
rallel-line assays. The four independent log relative potency estimates are then combined to obtain the final geometric
dence limits are calculated.

rria: The potency is NLT 90% and NMT 110% of the potency stated on the label in terms of International Anti-Factor Xa Units

+ AnTi-Facror lla Ratio: The ratio of the numerical value of the Anti-Factor Xa activity in Anti-Factor Xa IU/mL to the numerical
actor lla activity in Anti-Factor lla [lU/mL, as determined by Anti-Factor Xa Activity and Anti-Factor lla Activity, respectively, is
5.3.

INTS

INTENT (IF PRESENT)

>etonitrile, methanol, and water (3:1:16)

n: 1.5 mg/mL of USP Benzyl Alcohol RS in Mobile phase

. Transfer exactly 5.0 mL of the Injection to a 50-mL volumetric flask. Dilute with Mobile phase to volume.
> system

aphy (621), System Suitability.)

56 nm
m x 15-cm stainless steel; packing L71

nL/min, maintained constant to +10%
1e: 20 L

dard solution and Sample solution
» percentage (w/v) of benzyl alcohol in the portion of Injection taken:

Result = (r,/r) x C
sak area of benzyl alcohol from the Sample solution
rak area of benzyl alcohol from the Standard solution

»ncentration of benzyl alcohol in the Standard solution (mg/mL)

wia: 1.35%—1.65%

p)

ns Test (85): It contains less than 0.01 USP Endotoxin Unit/unit of Anti-Factor Xa activity in Anti-factor Xa IU.

STIVITY

ion, pH 7.4 polyethylene glycol 6000 buffer, pH 7.4 buffer, pH 8.4 buffer, and Human antithrombin Ill solution: Proceed as
Assay for Anti-Factor Xa Activity, except that the concentration of the Human antithrombin Ill solution is 0.5 Antithrombin 11l

1 solution: Reconstitute thrombin human (see Reagents, Indicators, and Solutions—Reagent Specifications) in water, and dilute
thylene glycol 6000 buffer to obtain a solution having a concentration of 5 Thrombin Units/mL.

bstrate solution: Prepare a solution of a suitable chromogenic substrate for an amidolytic test (see Reagents, Indicators, and
gent Specifications) for thrombin in water to obtain a concentration of about 3 mM. Immediately before use, dilute with pH
5mM.

ns: Reconstitute the entire contents of an ampul of USP Enoxaparin Sodium for Bioassays RS with water, and dilute with pH
itain four dilutions having concentrations in the range between 0.015 and 0.075 IU of Anti-Factor lla activity/mL.

5: Proceed as directed under Standard solutions to obtain concentrations of Injection similar to those obtained for the
ons.
d as directed in the Assay for Anti-Factor Xa Activity, except to use Thrombin human solution instead of Factor Xa solution and

antithromhin Il soliition as descrihed ahove
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