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There are three steps to metabolite analysis: Using this system, we can transfect cultured cells with SiRNAs and
o Sample collection and quantification » | then culture them in *3C-glucose to measure the amount of fatty

. acids and cholesterol that have been synthesized.
. Sample processing

. Sample analysis by MS

Automation of Sample Preparation

* Add acid methanolysis mix w/ standards

e |ncubate O/N at 45°C Reverse Recover in Label with 13C-glucose
Transfection 5% FBS media 2% FBS media Collect
 Add hexane/.04M NaCl

* Extract upper organic layer ) a0 7| °
. . 24hrs. 24hrs. 48hrs.
* Dispense organics to 1.5mL tube

Sample Collection

Relative De Novo Synthesis

H 14:0 16:0 16:1 18:0 18:1 Chol.
CaICEIn AM SiCon 1.00 1.00 1.00 1.00 1.00 1.00
SISCAP 0.79 0.74 0.35 0.85 0.42 0.57
SiISREBP1 097 099 0.89 099 0.2 N8
SIELOVL6 0.91 0.80 0.85 0.66 0.64 0.85
SILDLR 1.01 1.04 1.10 1.05 1.12
ImageXpress XL SiPDHAL 092 084 090 078 070  0.84
For further reading on isotopic labeling of lipids, GC-MS analysis and
high-throughput sample preparation, see our lab’s recent publications.
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