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DEFINITION

5-Hydroxy-L-tryptophan contains NLT 98.5% and NMT 101.5% of 5-hydroxy-L-tryptophan (C N203), calculated on the dried basis.
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IDENTIFICATION
Change to read:

* A. ASpecTroscopic IoentiFication Tests (197), Infrared Spectroscopy: 197K , (CN 1-Mav-2020)

ASSAY
* PROCEDURE
Sample: 200 mg of 5-Hydroxy-.-tryptophan
Blank: Mix 3 mL of formic acid and 50 mL of glacial acetic acid.
Titrimetric system
(See Titrimetry (541).)
Mode: Direct titration
Titrant: 0.1 N perchloric acid VS
Endpoint detection: Potentiometric

Analysis
Samples: Sample and Blank
Dissolve the Sample in a mixture of 3 mL of formic acid and 50 mL of glacial acetic acid, and titrate with the Titrant. Perform a Blank
titration, and make any necessary correction.

Calculate the percentage of 5-hydroxy-i-tryptophan (C N203) in the Sample taken:

11H12
Result = {[(V, - V,) x N x F]/W} x 100

V, = Titrant volume consumed by the Sample (mL)

V, = Titrant volume consumed by the Blank (mL)

N = actual normality of the Titrant (mEq/mL)
F  =equivalency factor, 220.2 mg/mEq
W = Sample weight (mg)

Acceptance criteria: 98.5%—101.5% on the dried basis

IMPURITIES

* ResipuE oN leniTion (281): NMT 0.2%

* CHLORIDE AND SuLFATE, Chloride(221) Doc um ents
Standard solution: 0.50 mL of 0.020 N hydrochloric acid Document Sharing Hub
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2/17/25, 2:29 AM USP-NF 5-Hydroxy-I-tryptophan
Sample: 0.73 g of 5-Hydroxy-L-tryptophan
Acceptance criteria: NMT 0.05%
* CHLORIDE AND SuLFATE, Sulfate(221)
Standard solution: 0.10 mL of 0.020 N sulfuric acid
Sample: 0.33 g of 5-Hydroxy-t-tryptophan
Acceptance criteria: NMT 0.03%

* ORrGANIC IMPURITIES
Solution A: 1 mL/L of trifluoroacetic acid in water
Solution B: 1 mL/L of trifluoroacetic acid in a mixture of acetonitrile and water (80:20)
Mobile phase: See Table 1.

Table 1
Time Solution A Solution B
(min) (%) (%)
0 95 5
2 95 5
37 35 65
42 0 100
47 0 100
50 95 5
60 95 5

Standard solution: 1.0 pg/mL of USP 5-Hydroxy-L-tryptophan RS and 50 ug/mL of USP -Tryptophan RS in water
Sample solution: 10.0 mg/mL of 5-Hydroxy-L-tryptophan in water
Chromatographic system
(See Chromatography (621), System Suitability.)
Mode: LC
Detector: UV 220 nm
Column: 4.6-mm x 25-cm; 5-um packing L1

Column temperature: 30°

Flow rate: 1 mL/min

Injection volume: 20 uL
System suitability

Sample: Standard solution

[Note—The relative retention times for 5-hydroxy-L-tryptophan and L-tryptophan are 1.0 and 1.6, respectively.]
Suitability requirements

Relative standard deviation: NMT 5.0% for the 5-hydroxy-L-tryptophan and L-tryptophan peaks
Analysis
Samples: Standard solution and Sample solution
Calculate the percentage of each unspecified impurity in the portion of 5-Hydroxy-L-tryptophan taken:

Result = (r/r)) x (C/C) x 100
r, = peakresponse of each unspecified impurity from the Sample solution
r = peakresponse of 5-hydroxy-i-tryptophan from the Standard solution

C, = concentration of USP 5-Hydroxy-i-tryptophan RS in the Standard solution (ug/mL)
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C, =concentration of 5-Hydroxy-L-tryptophan in the Sample solution (ug/mL)
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