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ABSTRACT RESULTS

Development of a successful drug candidate requires extensive Recombinant Protein and Protein Standards on SEC Recombinant Protein on SEC-MALLS Recombinant Protein and BSA on SEC-MALLS-QELS Recombinant Protein on SEC-MALLS
analysis of the product. Analytical tests fall into broad categories of (Column: G3000SWxI in PBS) (Column: G3000SWxl in PBS) (Column: G3000SWx! in PBS) (Full length protein N1-2-3 domains and N2-3 domains only)
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experiments are performed under equilibrium conditions. . Early elution of recombinant protein indicates either o SEC-MALLS confirms that the majority of recombinant protein e Hydrodynamic radius of recombinant protein monomer is higher o Data suggests that peak#4 can be the N2-3 degradate.
oligomerization or nonglobular shape of the molecule. IS In monomeric form (peak#2) under the given conditions. than hydrodynamic radius of globular protein of similar molar mass. e Identity of peak#4 as N2-3 domain was confirmed by LC/MS analysis.

o Peak#1 is a dimer, peaks #3 and #4 appear to be degradants.
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o Data on particle sizes and their distribution obtained by DLS

» Intensity distributions indicate formation of some very high Mw » Intensity distributions indicate the presence of significant amounts of o The data on particle sizes and their distribution in given protein DYEFD Pl [REelEr el S EC-AIRL L sHQELS wete L e
be in good agreement. DynaPro Plate Reader offers higher

e Size exclusion chromatography with on-line light scattering
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detection aggregates (Rh > 70nm) at pH 4.8 and 5.4. aggregates at pH 2.7 (90% of Rh~23nm) and pH 3.3 (50% of Rh~14nm).  samples measured by DLS and SEC-MALLS are very close. throughput screening capabilities for aggregate formation
i ith di . . under equilibrium conditions than SEC-MALLS-QELS.
Agilent 1100 HPLC System with diode array detector (UV) was | | - | | - Recombinant Protein on SEC-MALLS and DynaPro g Q
connected to DAWN HELEQS light scattering instrument with internal Recombinant Protein on DynaPro — Mass Distributions Recombinant Protein on DynaPro — Mass Distributions Mass Distributions
QELS and to Optilab rEX differential refractometer (Wyatt Technology, ( Protein at 0.9mg/mL in 50mM Phosphate, 50mM NaCl at R.T. ) (Protein at 0.9mg/mL in 50mM Phosphate, 50mM NaCl after 2 hours incubation at 37C.) ( Protein at 0.9mg/mL in 50mM Phosphate. 50mM Nacl )
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Dynamics software, version 6.7.6 (Wyatt Technology, Santa Barbara,  Mass distributions show that over 99% of recombinant protein is « Mass distributions show that ~60% of recombinant protein is aggregated  The data on determination of the amount of aggregates in given protein
CA) was used to collect and process experimental data. In monomeric state in all tested buffer conditions. at pH 2.7 (Rh~23nm) and ~20% is aggregated at pH 3.3 (Rh~14nm). samples measured by DLS and SEC-MALLS are very close. YEt
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