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So, there is a need for robust, rapid and economical high throughput analytical methods that can detect ) o . ° o '
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maximum number of lipid species present in plasma and help in better understanding of lipid metabolism in
biological systems. LC-MS/MS emerged as a powerful tool for identification and quantification of lipids at
species level and can detect very minute amount of metabolite. It has replaced traditional methods for
quantitation of lipid like TLC because of its ability to analyze a wider range of compounds in a single analysis.
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Figure 2. Extracted lon Chromatogram for
Sphingomyelin species showing the reproducibility for
the 4 replicate injections.

Figure 1. Represent the reproducibility of method for
sphingomyelin. Y-axis shows the coefficient of variance
for nine different samples each having 4 technical
replicate (n=36).

Figure 4. Represents the Variable index plot represented as VIP score. VIP score >1 is considered as significant for
the lipid species which are discriminating in PLS-DA analysis. Figure shows the Top 30 predicting features for CAD.

o ) Figure 6. Represents the levels of various discriminating lipid species in case (BSSC-red) and controls (BSSN-
Panel A) Positive mode B) Negative mode

green) in negative mode.

Here we have used the power of QTRAP® 6500* System to develop a method where transitions of positive and
negative polarity was captured in single run. Instead of using different extraction procedure for isolating
phospholipids, neutral lipids, we have used a simple extraction procedure to isolate different types of lipid
classes. This new simplified sample preparation in combination with gradient LC, and Scheduled MRM™ 207
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CONCLUSIONS

) : : . : A rapid and economical high throughput technique for the detection and quantification of more than 1000 lipids was
Algorithm detection allows detecting more than 1000 lipid species. 15 — developed. A simplified sample preparation, which uses only 10ul of plasma, in combination with gradient LC, and
" _ 50 o * N Scheduled MRM™ was used. The SCIEX QTRAP® 6500* LC-MS/MS system was used to develop a robust method
Positive Mode Negative Mode 7 ?7 ; 40 4 oy 4 10+ where transitions of negative and positive polarity were captured in a single run.
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dichloromethane/methanol/water (2:2:1 v/v). The extract was finally dissolved in 100% ethanol. S 2 A Our study indicates that plasma lipid profiling is a powerful tool for disease research and may contribute to an
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analyzing transitions in both positive and negative polarity in a single run. Scheduled MRM™ algorithm was
used for best accuracy and reproducibility. MultiQuant ™ Software 3.0.2 was used for the quantitative data
analysis.

Figure 5. Represents the levels of various discriminating lipid species in case (BSSC-red) and controls (BSSN-
green) in positive mode.

Figure 3. Partial least square discrimination analysis ( PLS-DA) model shows that the case (BSSC-red) and controls
(BSSN-green) are segregated in two distinct groups in positive and negative mode based on the various lipids
species which are the discriminating features between the two groups.




