Analysis of Methylene Blue Purity in Reversed-Phase Cation-Exchange and
Reversed-Phase Cation-Exclusion Modes

Chromatogram
Column: Primesep D
Size: 46 %150 mm

Mobile phase: MeCMN gradient from 2% to 20 %, NaH2P 04
pH 2.5 gradient from 7O mhd to 20 mh in 15 min

Flow: 1.0 mLfmin

Detection: LY 300 nm
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Description

Methylene blue is a heterocyclic dye with a wide range of use in biology and chemistry. Purity of dyes rarely exceed 70% and
separation of methylene blue and related impurities is required. Two alternative methods for purity analysis were developed on
Primesep C and Primesep D mixed-mode HPLC columns. Primesep C is a reversed-phase cation-exchange (anion-exclusion
column) column and Primesep D is reversed-phase anion-exchange (cation-exclusion) column. Various buffers can be used for
the method. Depending on the buffer, method can be compatible with UV, LC/MS and prep chromatography. Method can be
used for prep separation of methylene blue and related impurities.

Method Parameters

Mobile Phase MeCN - 35%

Buffer AmFm pH 3.5 - 35 mM
Flow Rate 1.0 ml/min

Detection UV, 300 nm

Class of Compounds Duy, Hydrophobic, lonizable
Analyzing Compounds Methylene Blue

AugustaChrom — Dr. Roland KieRBwetter - Langemarckstr. 21c - 86368 Gersthofen - Tel: 0821 599 783 70 - Fax: 0821 599 783 71 - info@hplc-shop.de - hplc-shop.de


https://sielc.com/Application-Analysis-of-Methylene-Blue-Purity-in-Reversed-Phase-Cation-Exchange-and-Reversed-Phase-Cation-Exclusion-Modes

HPLC Column Used

Primesep C, 4.6x150 mm, 5 um, 100A
Order this column at hplc-shop.de —
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