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Overview

Matrix interferences, such as phospholipids, can cause challenges
when measuring serum levels of 25-Hydroxyvitamin D; by LC-
MS/MS. In this application note, we describe a method optimization
approach using a Strata-X PRO solid phase extraction (SPE) plate (Part
No.: 8B-S536-TAK) and a Kinetex 2.6 um XB-C18 LC column. By
removing the phospholipids from serum samples, there is a
reduction in ion suppression yielding higher sensitivity with lower
limits of detection, when compared to polymeric SPE.

Sample Preparation

“ Polymeric SPE Strata-X PRO

Condition: 1 wash 600 pL Methanol Not Required
Equilibrate: 1 wash 600 pL Water Not Required
Load: 600 pL serum / 0.1 % Formic 600 pL serum / 0.1 % Formic
Acid in Water (1:1, v/v) Acid in Water (1:1, v/v)
Wash: 1 wash 600 pL 30 % Methanol 1 wash 600 pL 30 % Methanol
in Water in Water
Elute: 1 wash 600 pL 0.1 % Formic 1 wash 600 pL 0.1 % Formic

Acid in Acetonitrile /
Methanol (90:10, v/v)

Acid in Acetonitrile /
Methanol (90:10, v/v)

Figure 1. Comparison of Sensitivity Between Polymeric SPE
and Strata-X PRO for 25-Hydroxyvitamin Dy
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LC Conditions

Column: Kinetex™ 2.6 um XB-C18
Dimensions: 50x 2.1 mm
Part No.: 00B-4496-AN
Guard: SecurityGuard™ ULTRA
Guard Part No.: AJ0-8782
Mobile Phase: A: 0.1 % Formic Acid in Water
B: 0.1 % Formic Acid in Methanol
Gradient: Time (min) %B
0 60
1 100
4 100
4.01 60
7.01 60
Flow Rate: 0.45 mL/min
Injection Volume: 20 pL
Temperature: 25°C
Instrument: Agilent®
Detection: MS/MS
Detector: SCIEX® 4500 Triple Quad™ (APCI)
MS/MS Conditions
lon Spray Voltage: 5500V
Polarity: Positive
Scan Type: MRM
CUR: 10
GS1: 25
NC: 3
EP: 10
CXP: 10
Temperature: 400 °C
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Visit www.phenomenex.com/Chat to get in touch with one of our Technical Specialists
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Need a different column size or sample preparation format?
No problem! We have a majority of our available dimensions up on www.phenomenex.com, but if you can’t find what you need right away, our super helpful

Technical Specialists can guide you to the solution via our online chat portal www.phenomenex.com/Chat.
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Phenomenex products are available worldwide. For the distributor in your country/region, contact Phenomenex USA, International Department at international@phenomenex.com

Your happiness is our mission. Take
B E - H A P PYA 45 days to try our products. If you
are not happy, we'll make it right.
www.phenomenex.com/behappy

GUARANTEE

Terms and Conditions

Subject to Phenomenex Standard Terms and Conditions, which may be viewed at www.phenomenex.com/TermsAndConditions.

Trademarks

Strata, Kinetex, SecurityGuard, and BE-HAPPY are trademarks of Phenomenex. Agilent is a registered trademark of Agilent Technologies, Inc. SCIEX is a registered trademark and Triple Quad is a
trademark of AB SCIEX Pte. Ltd.

Disclaimer

Phenomenex is in no way affiliated with Agilent Technologies Inc.

SecurityGuard is patented by Phenomenex. U.S. Patent No. 6,162,362.

CAUTION: this patent only applies to the analytical-sized guard cartridge holder, and does not apply to SemiPrep, PREP, or ULTRA holders, or to any cartridges.

FOR RESEARCH USE ONLY. Not for use in clinical diagnostic procedures.
© 2022 Phenomenex, Inc. All rights reserved.
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