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1. Background 2. LC-MS conditions 3. Optimisation of elution conditions 3.(contd.) Optimisation of Elute conditions
* Oligonucleotides are receiving substantial interest from the - lon pair chromatography was used for the - Oligonucleotides are negatively charged, and hence a weak - |t is evident that optimisation of the elution step is critical to
oharmaceutical market due to enhanced efficacy and separation of a series of oligonucleotides, this anion exchange sorbent (WAX), which has the opposite ensure full recovery of the oligonucleotide. Different
lower toxicity in a variety of therapeutic areas. was based on a previous application note. charge, was chosen as this allowed initial retention and oligonucleotides may need different elution conditions, but the
NH, v, T elution by changing the charge state on the sorbent. oroposed strategy ensures that this stage can be optimised
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L T T 5. Matrix removal 6. Next steps: use of composite SPE materials | 6. (contd.) Use of composite materials
pH
Data: Chemicalize.com - Initial SPE protocol for plasma analysis - - Loose packed SPE has inconsistent flows as shown in the * Comparison of composite and loose packed SPE format,
| | | - o . . . o
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implying that oligos will be incredibly complex. This results Condition: 1 mL MeOH reduce the INConsIstencies o 100se PACKE ormdats. ormdats.
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* This poster will look at an approach that will optimise the Wash: Not optimised contained by frits fritless N I
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- Residual matrix levels monitored, specifically
ohospholipid concentration.

. Lack of optimised wash conditions results in
increasing build-up of phospholipids on column.

* Optimisation of the elution of an agqueous solution of
thymidine 20mer allowed the determination of an
extraction curve for agueous samples. This allows the
inearity of the assay performance to be calculated as well
as the robustness of the chemistry aspect of the extraction
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- Subsequent work will look to optimise the digestion and wash
steps to ensure that matrix components are effectively removed.

Agueous extraction curve is linear and the
accuracy is very good.

Gradual build-up of phospholipids when plasma

extracts are injected
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