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4-3. Quantitative Assessment

Quantitative evaluation test of the analysis using a Velox column was performed. The selected
results of MRM transition having the best accuracy and area repeatability are showed below.
The chromatogram at low concentrations (0.5 ppb) and calibration curve are shown in Fig. 6.
The calibration curve was prepared from 0.1 ppb especially for CTX3C.

3-2. Analytical conditions

The analysis was performed by a liquid chromatograph followed by a triple quadrupole
tandem mass spectrometer, LCMS-8060 equipped with a Nexera™ X2 UHPLC system
(Shimadzu Corporation, Kyoto, Japan). The chromatographic separation was performed by
a Shim-pack Scepter™ C18-120 and a Shim-pack Velox™ C18 (Shimadzu Corporation).

4-2. Separation Study by Two High Performance ODS Columns
Two different columns were evaluated on the same time program of mobile phase (Fig.
3, 4). The Sim-pack Scepter using an organo-silica hybrid substrate was characterized
by strong retention and excellent separation (Initial pressure 42 MPa). On the other
hand, the Sim-pack Velox column employs a core shell technology and is characterized
by a low back pressure (Initial pressure 38 MPa) and a sharp peak shape. Peak height

1. Overview

The development of high sensitivity and selectivity analytical conditions for the
determination of CTXs using MRM predicted on CID fragmentations by LC/MS/MS.

2. Introduction

BMUHPLC conditions (Nexera™ X2 system) using the Velox column were approximately twice as high, except for 52-epi-54- Table 2 shows accuracy and area repeatability (n=6). These results suggest that highly
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The product ions were observed as m/z 155.10 and 125.10 which pertain to the specified :

v' Optimized the best MRM transitions for the five CTXs.

v A high-performance new ODS columns were evaluated.

v High-sensitivity simultaneous analysis of five CTXs was successful.

v Quantification of CTXs was made possible below 0.5 ppb concentration level.

(b) 52-epi-54-deoxyCTX1B (e) 51-hydroxyCTX3C ; structure (L-ring) in CTX3C in addition to the dehydrate-ion: [M+H-H,0]* and [M+H-2H,0]". 0 o an w0 w0 e 0 B W

Similar product ions were also detected in CTX4A, 52-epi-54-deoxyCTX1B. MRM transitions Figure 4 MRM Chromatograms by Shim-pack Velox™ C18 (Conc. 10 ppb each)
were optimized based on the two precursor ions ([M+H]* & [M+NH%]* ) and four product ions
including [M+H]* , [M+H-H,O]J* (Table 1).

m/z 1128.6000>1093.6000
[M+NH] > [M+H-H,OJ*

m/z 1056.6000>1039.6000
[M+NH,]* > [M+H]*

m/z 1112.6000>1077.6000
6M+NH4] > [M+H-H,0]*
(x10 000

m/z 1023.6000>125.1000
BM+H]* >125.10
(x10,000

m/z 1078.6000>125.1000
[M+NH,]* > 125.10
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Figure 2 The CID spectrum of CTX3C (CE 0-100 V, ID off mode)

Figure 1 The structure of the five compounds. Figure 5 Comparison of the two columns for the major peaks of 10 ppb (Black: Scepter, Pink: Velox)

(a) CTX4A, (b) 52-epi-54-deoxyCTX1B, (c) CTX1B, (d) CTX3C, (e) 51-hydroxyCTX3C.
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