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led Estrogens Tablets

jens Tablets contain NLT 73.0% and NMT 95.0% of the labeled amount of conjugated estrogens as the total of sodium
and sodium equilin sulfate. The ratio of sodium equilin sulfate to sodium estrone sulfate in the Tablets is NLT 0.35 and NMT

etention times of the 17a-dihydroequilin peak, the estrone peak, and the equilin peak from the Sample solution correspond to

andard solution, as obtained in the Assay.
ogram of the Sample solution in the Assay exhibits additional peaks or shoulders, corresponding to 17a-estradiol and 17p-

‘etention times of about 0.24 and 0.35, relative to that of 3-O-methylestrone.

acetate TS, 1 N acetic acid, and water (79:21:400). Adjust with 1 N acetic acid or sodium acetate TS to a pH of 5.2 + 0.1, if

d solution: 150 pg/mL of 3-0-methylestrone in methanol
solution: 160, 70, and 50 pg/mL each of USP Estrone RS, USP Equilin RS, and USP 17a-Dihydroequilin RS, respectively, in

n: Pipet 1.0 mL of the Internal standard solution and 1.0 mL of the Standard stock solution into a suitable centrifuge tube

jht screw cap or stopper. Evaporate the mixture with the aid of a stream of nitrogen to dryness, maintaining the temperature
the dry residue add 15 pL of dried pyridine and 65 pL of bis(trimethylsilyl)trifluoroacetamide containing 1%

osilane. Immediately cover the tube tightly, mix, and allow to stand for 15 min. Add 0.5 mL of toluene, and mix.

ity solution: Pipet 1.0 mL of a 2.0-ug/mL solution of USP Estradiol RS (17B-estradiol) in alcohol, 1.0 mL of Internal standard
.0 mL of Standard stock solution into a centrifuge tube fitted with a tight screw cap or stopper. Proceed as directed for the
‘jon, beginning with “Evaporate the mixture...".

12 If the Tablets are sugar coated, carefully remove the color and sugar coatings with water, leaving the shellac coating intact,
nitrogen. Transfer an equivalent to 2 mg of total conjugated estrogens from NLT 20 finely powdered Tablets, to a 50-mL

e fitted with a polytef-lined screw-cap and containing 15 mL of Buffer and 1 g of barium chloride. Cap the tube tightly, and
nin. If necessary, adjust the solution with 1 N acetic acid or sodium acetate to a pH of 5.0 + 0.5. Sonicate for 30 s, then shake
1al 30 min. Add a suitable sulfatase enzyme solution equivalent to 2500 Units, and shake for 20 min in a water bath

50°. Add 15.0 mL of ethylene dichloride to the warm mixture, cap the tube again, and shake by mechanical means for 15 min.
10 min or until the lower layer is clear. Transfer as much of the organic phase as possible, and dry by rapidly passing through
iing of a pledget of dry glass wool and 5 g of anhydrous sodium sulfate in a small funnel. Protect from loss by evaporation.

1L of the solution to a suitable centrifuge tube fitted with a tight screw cap or stopper. Add 1.0 mL of Internal standard

2ed as directed for the Standard solution, beginning with “Evaporate the mixture...".
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IL/min

e: Split

: 40-60 mL/min

me: 1 L

ity

1dard solution and System suitability solution

the operating conditions as necessary to maintain the elution time of the 3-O-methylestrone peak at 17-25 min.]
ative retention times for 17B-estradiol, 17a-dihydroequilin, estrone, equilin, and 3-O-methylestrone are about 0.29, 0.30, 0.80,
, respectively.]

uirements

NLT 1.2 between estrone and equilin, System suitability solution

r: NMT 1.3 for the estrone peak, System suitability solution

1dard deviation: NMT 2.0% of the estrone peak ratios for NLT four injections of the Standard solution

1dard solution and Sample solution
e percentage of the labeled amount of sodium estrone sulfate and sodium equilin sulfate in the portion of Tablets taken:

Result = (R /R)) x (C/C,) x Fx 100
ieak response ratio of the appropriate analyte to that of the internal standard from the Sample solution
ieak response ratio of the appropriate analyte to that of the internal standard from the Standard solution

:oncentration of USP Estrone RS or USP Equilin RS in the Standard solution (pug/mL)

iominal concentration of estrone or equilin in the Sample solution (ug/mL)

.onversion factor (ratio of molecular weight of sodium salts to free estrogen), 1.381

eria: 73.0%—-95.0% of the labeled amount of conjugated estrogens as the total of sodium estrone sulfate and sodium equilin
itio of sodium equilin sulfate to sodium estrone sulfate is NLT 0.35 and NMT 0.65.

'ESTS
: Proceed as directed for Extended-Release articles.
lucts labeled as 0.3-, 0.45-, and 0.625-mg tablets): If the product complies with this test, the labeling indicates that it
ssolution Test 1.
2r; 900 mL
50 rpm
d8h
M monobasic potassium phosphate
Acetonitrile and Buffer (1:3)
tion: Transfer 10 Tablets to a 1000-mL volumetric flask, dilute with water to volume, and stir vigorously by mechanical means
3 h. Pipet a filtered 100-mL aliquot of the solution into a 900-mL volumetric flask, and dilute with water to volume.
on: Filter a portion of the solution under test. It is recommended that the filters selected be tested for binding affinity.
»hic system
atography (621), System Suitability.)

/205 nm

-mm x 3.0-cm; 3-pm packing L1
5 mL/min

ume: 20-200 pL
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