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In-line middle-up analysis of monoclonal antibodies by capillary electrophoresis
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1. Injection (PB/IdeS/mAb/IdeS/PB)

In-line sample preparation + High resolution of separation D

2. Moving to the thetmostated zone

3. Mixing by transverse diffusion
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4. Incubation in the thermostated zone
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Development of the in-line methodology with temperature control

- High contamination risk

Absorbance

- Automated sample preparation

Need for analytical methods - Fast and controlled conditions

f li | - Low reactants’ consumption
or qua Ity contro / K - Reduced contamination risk

“*1 Optimization of subunits separation “*] Optimization of in-line sample preparation
= Effect of BGE pH on infliximab’s subunits separation = Effect of incubation time in the thermostated zone = Effect of injection scheme
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- Good p(?alf.effici.encies - Advanced enzymatic reaction in the temperature range of IdeS activity - Entire enzymatic reaction from 0,2/1 to 0,5/1 (w/w) ratio

- Compatibility with MS analyses - Successful temperature control of enzymatic reaction - Selection of the ratio 0,3/1 (w/w)

- Acceptable analyis time of acid-ammonium acetate BGE

Evaluation of the in-line methodology

ir* Comparison between off-line and in-line methodology:

h o Applicability:
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- Decrease of reactant’s consumption
- Increase of peak efficiencies
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Conclusion References

* Control of temperature

|ldentification of infliximab’s subunits by CE-ESI-MS
Successful application to the analysis of other mAbs

~ @ High resolution of infliximab’s subunits separation
: : : Increase of peaks’ efficiencies by a factor of 2
In-line methodology for middle-up analysis of mAbs < :
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