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Amplifex™ Diene Reagent reacts specifically with cis-Diene within 30 minute at ambient
temperature to form an adduct. The reagent design enables very low limit of detection and
gquantitation for molecules that are difficult to detect by MS.

10, 25-dihydroxy Vitamin D; Adduct

OH

Amplifex™ Diene Reagent

cis-Diene
Acetonitrile, 30 min,

Ambient temperature

HO™

Exact Mass (M*): 748.50

The kit includes the following components
1. Amplifex™ Diene Reagent (1 Tube containing 1.5-2.0 mg)

2. Amplifex™ Diene Diluent (1 Tube containing 3 mL)

Warning! CHEMICAL HAZARD. Before handling any chemicals read the safety data sheet
& (SDS). Always follow the safety precautions (wearing appropriate protective eyewear, clothing, gloves,
etc.) presented in each SDS. SDSs may be found at www.sciex.com.

Labeling of Standard Analyte and LC/MS optimization

Prior to method optimization please ensure that the instrument tuning and calibration is valid.

For method optimization, a concentrated solution of the desired analyte is needed. The
following describes the derivatization procedure:
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1. Transfer approximately 3 ug of the analyte from a concentrated solution in solvent into a
polypropylene microcentrifuge tube (e.g. for a 2 mg/mL solution transfer 1.5 pL).

Dry the solvent using vacuum or nitrogen solvent evaporation system.
Add 50 pL of Amplifex™ Diene Reagent solution (see below for preparation procedure).
Vortex mix and allow to derivatize for 30 min. at ambient temperature

Add 2950 pL of diluent (50% MeOH/50% H,0O (v/v), not provided in the kit) to make a 1
ug/mL solution.
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6. Dilute the derivatized analyte 5 fold to a final concentration of 0.2 pug/mL with 50%
MeOH/ 50% H,0 (v/v). The remaining of the 1 ug/mL stock solution can be stored at
-20°C.

7. Infuse the 0.2 pg/mL solution directly into the ESI source at 10 uL/min flow rate, using a
syringe pump.

For best results “T” infuse the sample while the desired mobile phase is flowing through the system. The
M" mass of your derivatized analyte should be Analyte mass+332.17 Da.

8. Look for the Q1 mass and obtain the accurate mass of the derivative, which is analyte
mass+332.17, and then optimize DP and EP parameters. If necessary, dilute the
sample so that the intensity does not exceed 2x10° counts.

9. Switch to Product lon Scan method and optimize the CE value in which most specific
and intense fragments are achieved (ramp the CE parameter)

10. Switch to MRM method, enter the MRM transitions obtained from previous step and
optimize the rest of the parameters for highest intensity (CXP, TEM, IS, Gas, etc.)

Note: Labeling can provide one or more isomeric product peaks depending on the
molecule being labeled.

Sample Preparation

1. Prepare biological sample according to your laboratory optimized protocol.
e Commonly used methods are solid phase extraction (SPE), protein
precipitation and liquid-liquid extraction (LLE).
2. Dry the matrix obtained after sample preparation in a microcentrifuge tube.
e Commonly used methods are speed vacuum evaporation or drying using a
stream of nitrogen.
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Amplifex™ Diene Reagent Solution Preparation and Labeling Protocol

1. Transfer (2.5 mL) of the Amplifex™ Diene Diluent to the tube of Amplifex™ Diene
Reagent.

2. Vortex the mixture. If necessary, sonicate briefly ( ~30 sec ) to help the solid dissolve
completely.

3. Add 50 pL of the regent solution to the dried sample prepared above, cap and vortex
for 30 seconds and wait for 30 min. at ambient temperature.

4. Add 50 pL of deionized water and mix.

Note: Amplifex™ Diene-reagent solution should be used within 2 hours of dilution. The
reagent will be deactivated in the presence of protic solvents, avoid exposure of the
reagent solution to excess moisture.

LC/MS Analysis

1. Use optimized LC/MS method as developed above to analyze the sample.

© 2015 AB SCIEX. The trademarks mentioned herein are the property of AB Sciex Pte. Ltd. or their respective owners. AB SCIEX™ is being
used under license.

For Research Use Only. Not for use in diagnostic procedures.
Information in this document is subject to change without notice. AB Sciex Pte. Ltd. assumes no responsibility for any errors that may appear
in this document.

AB SCIEX PTE. LTD. DISCLAIMS ALL WARRANTIES WITH RESPECT TO THIS DOCUMENT, EXPRESSED OR

IMPLIED, INCLUDING BUT NOT LIMITED TO THOSE OF MERCHANTABILITY OR FITNESS FOR A PARTICULAR PURPOSE. IN NO
EVENT SHALL AB SCIEX PTE. LTD. BE LIABLE, WHETHER IN CONTRACT, TORT, WARRANTY, OR UNDER ANY STATUTE OR ON
ANY OTHER BASIS FOR SPECIAL, INCIDENTAL, INDIRECT, PUNITIVE, MULTIPLE OR CONSEQUENTIAL DAMAGES IN CONNECTION
WITH OR ARISING FROM THIS DOCUMENT, INCLUDING BUT

NOT LIMITED TO THE USE THEREOF.

NOTICE TO PURCHASER: LIMITED LICENSE

The purchase of this product includes a limited, non-transferable license to use this amount of the product to practice the labeling methods
using the reagents which may be claimed in pending and planned U.S. and international patent applications exclusively owned by or licensed
to AB Sciex Pte. Ltd, and patents issuing therefrom, solely for the purchaser’s research activities. No use in diagnostic procedures is
authorized. The license granted herein is personal to the original purchaser and may not be transferred to any other party outside the
purchaser’'s company. No other right or license is conveyed or granted either expressly, by implication or by estoppel, to resell or repackage
this product. Further information can be obtained by contacting the Director of Licensing, c/o AB Sciex Pte. Ltd., 500 Old Connecticut Path,
Framingham, MA 01701, U.S.A.
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