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nbin lIl Human

-94-6; UNII: TOLTO7L82X.

iman is a glycoprotein, which is the major inhibitor of thrombin and other activated clotting factors, including factors IX, X, XI,
ained from human plasma of healthy donors who have been tested and shown to be free from detectable agents of infection
1 transfusion of blood or blood derivatives. The manufacturing steps are shown to remove or inactivate known agents of
stances are used for inactivation of viruses during production, the subsequent purification procedure must be validated to

at the concentration of these substances is reduced to an acceptable level and that any residues are such as not to

: safety of the preparation for patients. When reconstituted in the recommended volume of diluent, the potency is NLT 25

its (IU)/mL. It contains 80%—-120% of the potency stated on the label.

juirements of the Assay

olve tris(hydroxymethyl)aminomethane, edetic acid, and sodium chloride in water to obtain a solution having concentrations
75, and 0.175 M, respectively. Adjust with hydrochloric acid or sodium hydroxide solution to a pH of 8.4.
% (w/v) of albumin human in Solution A

1g/mL of polybrene in Solution B
nstitute thrombin bovine (factor Ila), and dilute with Solution B to obtain a solution having a concentration of 4 Thrombin

are a solution of chromogenic substrate for amidolytic test for thrombin bovine (factor I1a) in Solution C to obtain a solution
antration of about 40.0 mM.

spend USP Heparin Sodium for Assays RS according to the USP Certificate and dilute to 3 USP Heparin Units/mL in Solution

ns: Prepare seven dilutions from USP Antithrombin IIl Human RS within the linear range of the assay in Solution F (for
1.5,1.2,1.0,0.8,0.6, and 0.4 IU/mL).

s: Prepare three or more dilutions in Solution F within the linear range of the assay.

!

The procedure also can be performed using alternative platforms.]

f the Standard solution and Sample solution should be tested at least in duplicate. Label a suitable number of tubes

in the number of replicates that will be tested. For example, if five blanks will be used: B1, B2, B3, B4, and B5 for the blanks;
I3 each at least in duplicate for the dilutions of the Sample solutions; and S1, S2, S3, S4, S5, S6, and S7 each at least in

r the dilutions of the Standard solutions. Distribute the blanks over the series in such a way that they accurately represent the
the reagents during the experiments. [Note—Treat the tubes in the order B1, S1, S2, S3, S$4, S5, S6, S7,B2,T1,T2, T3, B3, T1,
1,52, S3, S4, S5, 56, S7,B5.]

‘ion D and Solution E at 37°. Pipet 50 pL each of the Standard solutions, Sample solutions, and Blank into suitable tubes placed
ath set at 37°. Add 350 pL of prewarmed Solution D to each tube, mix, and incubate for 1 min. Add 100 pL of prewarmed

1 each tube in the same order and mix. Follow the change in absorbance for each solution over 1 min at 405 nm using a
ctrophotometer (see Ultraviolet-Visible Spectroscopy (857)). Calculate the change in absorbance/min. Plot standard

ns against resulting absorbance values and determine potency by interpolating from the standard curve using mean sample
5.
ility

Documents

Document Sharing Hub

Full document details: Antithrombin Il Human


https://online.uspnf.com/uspnf/current-document/1_GUID-D5F3C6AF-1F00-4B32-AE95-D74AA434523E_1_en-US
https://online.uspnf.com/uspnf/current-document/1_GUID-9F6652B7-7C26-4FD8-A2F8-FBF6979CF787_1_en-US
https://online.uspnf.com/uspnf/current-document/1_GUID-EFA8CCD5-0F13-4105-95A8-C7EC66F75A7D_1_en-US
https://online.uspnf.com/uspnf/current-document/1_GUID-DE15A571-4522-44A6-BF66-843E342ABB5D_1_en-US
https://online.uspnf.com/uspnf/current-document/1_GUID-64A14121-A927-4EA8-BCA3-5C974513CCCE_1_en-US
https://online.uspnf.com/uspnf/current-document/1_GUID-354C6103-A4CE-4821-B9EE-026D7032768D_1_en-US
https://online.uspnf.com/uspnf/current-document/1_GUID-381EF465-076D-40EB-AEB2-0ED3D7B20B65_2_en-US
https://online.uspnf.com/uspnf/current-document/1_GUID-BF5ACEA3-97CC-4DE6-AD83-6D0D875FA904_2_en-US
https://online.uspnf.com/uspnf/current-document/1_GUID-9C4BCE45-1736-4EA6-ABB4-0CFFCE45CB56_2_en-US
https://online.uspnf.com/uspnf/current-document/1_GUID-9C4BCE45-1736-4EA6-ABB4-0CFFCE45CB56_2_en-US
https://store.usp.org/product/1304016
https://store.usp.org/product/1040504
https://online.uspnf.com/uspnf/current-document/1_GUID-4C5C1937-524A-4BED-95E7-384EDE3745E0_4_en-US
https://online.uspnf.com/uspnf/current-document/1_GUID-4C5C1937-524A-4BED-95E7-384EDE3745E0_4_en-US
https://online.uspnf.com/uspnf/current-document/1_GUID-4C5C1937-524A-4BED-95E7-384EDE3745E0_4_en-US
https://online.uspnf.com/uspnf/current-document/1_GUID-4C5C1937-524A-4BED-95E7-384EDE3745E0_4_en-US
http://www.avadocuments.com/doc/antithrombin-iii-human
http://www.avadocuments.com/doc/antithrombin-iii-human

- of sodium chloride
lbstrate: Use sheep plasma suitable for the test procedure. If frozen, thaw at 37°.

Ise a suitable activated partial thromboplastin time (APTT) reagent containing phospholipid and a contact activator at a

a suitable blank recalcification time not exceeding 60 s.

2 solution: 3.7 g/L of calcium chloride

ty solution: 4Reconstitute USP Antithrombin |1l Human RS in 1.0 mL of water, then add 10 pL of 500 USP Heparin Units/mL
1 Sodium for Assays RS. 4 (Usp 1-Dec-2024)

ns: Make three or more dilutions of USP Heparin Sodium for Assays RS to known concentrations in USP Heparin Units/mL

expected range of the sample (for example, 0.5-1.5 USP Heparin Units/mL).

s: Make three or more dilutions of Antithrombin Il Human in the range of the Standard solution dilutions.

!

‘The procedure also can be performed using alternative platforms.]

uitability solution, Standard solution, and Sample solution should be tested at least in duplicate. Label a suitable number of
iding on the number of replicates that will be tested. For example, if five blanks will be used: B1, B2, B3, B4, and B5 for the
2, and T3 each at least in duplicate for the dilutions of the Sample solutions; and S1, S2, and S3 each at least in duplicate for
: of the Standard solutions and SS for the System suitability solution. Distribute the blanks over the series in such a way that
«ely represent the behavior of the reagents during the experiments. [Note—Treat the tubes in the order B1, S1, S2, S3, B2, SS,
3,T1,T2,T3,SS, B4, S1, S2, S3, B5.] In the following order add 1.0 mL of thawed Sheep plasma substrate to 1.0 mL of the
'ution dilutions or the Sample solution dilutions or the System suitability solution. After each addition, mix but do not allow
orm. Transfer each tube to a water bath at 37°, allow to equilibrate at 37° for about 15 min, and add to each tube 1 mL of

1t previously heated to 37°. After an appropriate time for the APTT reagent used, usually 2-5 min, add 1 mL of Calcium

ition previously heated to 37° and determine the clotting time. Plot standard concentrations against resulting clotting times
ne heparin content by interpolating from the standard curve using mean sample clotting times. For samples with clotting
-than the lowest standard dilution, report the result as NMT the lowest Standard solution concentration.

ty

dard solutions and Sample solutions

» of the standard curve is NLT 0.99. The three dilutions of the Sample solution give heparin content estimates that differ by
The heparin content in the System suitability solution is in the range of 4.0-7.5 IU/mL.
aria: NMT 0.1 USP Heparin Unit/Antithrombin 11l IU

1), _Test for Sterility of the Product to Be Examined, Direct Inoculation of the Culture Medium: Meets the requirements
lon (921), Method I: NMT 3.0%

1): Inject 50 Antithrombin Il 1U/kg of the rabbit's weight, calculated from the activity stated on the label.

rria: Meets the requirements

1g:

\ (CN 1-Dec-2026)

MOLARITY (785).

»nstitute with the diluent according to the manufacturer's instruction.

aria: NLT 240 mOsmol/kg for the solution

stitute with the diluent according to the manufacturer's instruction.

ria: 6.0-7.5

DiSTRIBUTION

.05 M sodium phosphate (dibasic), 0.05 M sodium phosphate (monobasic), 0.4 M arginine hydrochloride and 0.05% sodium
vith 1 N sodium hydroxide to a pH of 6. Degas and filter.

mg/mL of thyroglobulin in Mobile phase

: 8-10 mg/mL of Antithrombin Il Human
c system
aphy (621), System Suitability.)
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