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example if COA states stock concentration is 2.1 mg/mL (2100000 ng/mL) then: 

Thaw samples on ice. In polypropylene microcentrifuge tubes, dilute final bulk 

samples to 20 mg/mL in Dilution Buffer (above). Perform 2 separate dilutions.  

Record concentration.  Use the solutions below to prepare spiked samples and to 

prepare the 10 mg/mL solutions.   In polypropylene microcentrifuge tubes, further 5 

dilute the 20 mg/mL solutions to 10 mg/mL in Dilution Buffer.   

Preparation of Spike.  In a polypropylene microcentrifuge tube, 

prepare a 0.296 ng/mL Protein A spike from the 0.593 ng/mL standard prepared 

above in Step 6.1 by diluting it 2 X with Dilution Buffer.  Perform a single dilution.  

Triplicate wells for the 0.296 ng/mL spike solution will be loaded onto the plate.  Use 10 

the 0.593 ng/mL standard solution from Step 6.1 for spiking samples.  

Preparation of Spiked Samples.  In polypropylene microcentrifuge 

tubes, spike 500 µL of each 20 mg/mL final bulk solution with 500 µL of the 0.593 

ng/mL spike solution.  Hold for denaturation.  Triplicate wells for each spiked sample 

solution will be loaded on the plate for a total of 6 wells.  15 

Preparation of Control.  Obtain a lot of ABT-874 Drug Substance.  

Prepare 150 µL aliquots and store frozen at nominal – 80 ºC for three years from the 

date aliquoted.  

Working Control: Thaw an aliquot of control on ice.  In a 

polypropylene microcentrifuge tube, dilute control to 10 mg/mL with Dilution Buffer 20 

to have a final volume of 1000 µLs.  Prepare a single dilution.  Hold for denaturation.  

Triplicate wells of control will be loaded onto the plate.  

Denaturation.  For plate blanks, add 1000 µLs of dilution buffer to 

microcentrifuge tubes equal to the number of blanks that will be run on the plate.  The 

caps of the tubes may be parafilmed to prevent them from popping open during 25 

heating or a second rack may be placed on top of them to keep caps closed.  Heat 

standards, non-spiked samples, spiked samples, spike, blanks, and control, at 95°C ± 

2° C for 15 minutes.  Remove parafilm from tubes during cooling, if used.  Allow to 

cool for 15 minutes, and centrifuge for 5 minutes at approximately 10000 rpm.  

Transfer 700 µLs of the supernatant into microtubes to load on plate.  Be careful not 30 

to disturb the triton/protein pellet.  
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CLAIMS 

What is claimed is: 

 

1.  A process for purifying adalimumab from a fermentation harvest of cultured 

mammalian cells grown in culture expressing said adalimumab, said process comprising:  

 a)  binding adalimumab from said fermentation harvest to a Protein A resin,  

b)   eluting the bound adalimumab at an elution pH of 3.2-4, and  

c)  incubating the eluted adalimumab at a pH of 3-4 for 0.5 to 2 hours.  

 

2.   The process of claim 1, wherein said eluting is at an elution pH of 3.2.  

 

3.  The process of claim 1, wherein said eluting is at an elution pH of 3.6.  

 

4.  The process of claim 1, wherein said eluting is at an elution pH of 3.8.  

 

5.  The process of claim 1, wherein said eluting is at an elution pH of 4.  

 

6.  The process of claim 1, further comprising after said incubating, subjecting 

adalimumab to one or more further chromatographic separations, wherein said one or 

more further chromatographic separations comprise an ion exchange chromatography, a 

hydrophobic interactive chromatography or a combination thereof.  

 

7.  The process of claim 1, further comprising subjecting adalimumab to an ion 

exchange chromatography after said incubating.  

 

8.  The process of claim 7, wherein said ion exchange chromatography is cation 

exchange chromatography.  

 

9.  The process of claim 7, wherein said ion exchange chromatography is anion 

exchange chromatography.  
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10.  The process of claim 1, further comprising subjecting adalimumab to a 

hydrophobic interaction chromatography after said incubating.  

 

11.  The process of claim 1, further comprising determining the monomer level of 

adalimumab purified according to said process.  

 

12.  The process of claim 1, wherein the purified adalimumab is pharmaceutical grade. 

 

13. The process of claim 1, wherein the purified adalimumab is pharmaceutical grade, 

said eluting is at an elution pH of 3.2, and the adalimumab monomer level after said 

incubating is 96.9%. 

 

14. The process of claim 13, further comprising after said incubating, subjecting 

adalimumab to one or more further chromatographic separations, wherein said one or 

more further chromatographic separations comprise an ion exchange chromatography, a 

hydrophobic interactive chromatography or a combination thereof. 

 

15. The process of claim 13, further comprising subjecting adalimumab to a 

hydrophobic interaction chromatography after said incubating. 

 

16. The process of claim 1, wherein the purified adalimumab is pharmaceutical grade, 

said eluting is at an elution pH of 3.6, and the adalimumab monomer level after said 

incubating is 97%. 

 

17. The process of claim 16, further comprising after said incubating, subjecting 

adalimumab to one or more further chromatographic separations, wherein said one or 

more further chromatographic separations comprise an ion exchange chromatography, a 

hydrophobic interactive chromatography or a combination thereof. 

 

18. The process of claim 16, further comprising subjecting adalimumab to a 

hydrophobic interaction chromatography after said incubating. 
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19. The process of claim 1, wherein the purified adalimumab is pharmaceutical grade, 

said eluting is at an elution pH of 4, and the adalimumab monomer level after said 

incubating is 98.2%. 

 

20. The process of claim 19, further comprising after said incubating, subjecting 

adalimumab to one or more further chromatographic separations, wherein said one or 

more further chromatographic separations comprise an ion exchange chromatography, a 

hydrophobic interactive chromatography or a combination thereof. 

 

21. The process of claim 19, further comprising subjecting adalimumab to a 

hydrophobic interaction chromatography after said incubating. 

 

22. The process of any one of claims 1-21. wherein said adalimumab from said 

fermentation harvest is bound to the Protein A resin at a binding capacity of no less than 

32 g/L before said eluting. 

 

23. The process of any one of claims 1-21, wherein said adalimumab from said 

fermentation harvest is bound to the Protein A resin at a binding capacity of 32 g/L 

before said eluting. 

 

24. The process of any one of claims 1-21, wherein said adalimumab from said 

fermentation harvest is bound to the Protein A resin at maximal resin binding capacity 

before said eluting. 

 

25. Adalimumab when purified according to a process of any one of claims 1 to 24. 

 

 




