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Using BLI (Octet) to Determine Using BLI (Octet) to Determine 
[[IgGIgG]]

•• Principles of operationPrinciples of operation

•• Qualification of the methodQualification of the method

•• AntiAnti--IgGIgG tips vs. Protein A tipstips vs. Protein A tips

•• Comparison with other methodsComparison with other methods

•• Applications at RavenApplications at Raven



BioBio--Layer Interferometry (BLI)Layer Interferometry (BLI)

A layer of molecules attached to the tip of an optical A layer of molecules attached to the tip of an optical 
fiber creates an interference pattern at the detector.fiber creates an interference pattern at the detector.
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BioBio--Layer Layer Interferometry Interferometry (BLI), continued(BLI), continued

Proprietary new technology for label-free detection

Incident 
White Light

Reflected
Beams

•• Any change in the number of molecules bound causes Any change in the number of molecules bound causes 
a measured shift in the wavelength pattern a measured shift in the wavelength pattern 

Immobilized 
Antibody

Unbound molecules
have no effect
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Concentrations Based on Concentrations Based on 
Binding Rates of StandardsBinding Rates of Standards
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Raven MAb Standards
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SpecificitySpecificity
•• Fiber optic tips coated with polyclonal Fiber optic tips coated with polyclonal antianti--huIgGhuIgG

•• No signal from No signal from murine murine IgG1, IgG2a, IgG2bIgG1, IgG2a, IgG2b
(tested up to 100 (tested up to 100 ug/mLug/mL) ) 

•• No signal from neat FBS, but serum can suppressNo signal from neat FBS, but serum can suppress
bindingbinding

•• Background problems reduced by Background problems reduced by prewetting prewetting tips in tips in 
appropriate matrixappropriate matrix



Determination of 10ug/mL MAb in 
Presence of FCS
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y = 1.3x - 2

R2 = 0.9985
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ForteBio stds in green
MAb stds in pink

•Raven std is IgG1; ForteBio std is polyclonal, multiple isotypes
which may have different binding rates.
•Because of semi-log plot, small difference in binding rate at high
end translates into larger difference in apparent concentration.



Applications at Raven

•Productivity in cell culture supernatants

•Downstream 
Pro A yields
Dynamic binding capacity
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Resin Binding Capacity
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ProA ProA Tips vs. Tips vs. antianti--huIgG huIgG TipsTips

•• Wider dynamic maximum rangeWider dynamic maximum range
(1 (1 -- 750 750 vsvs. 1 . 1 -- 200 200 ug/mLug/mL))

•• More uniform binding rate than polyclonalMore uniform binding rate than polyclonal

•• May reflect recovery on May reflect recovery on proA proA resinresin

•• Not restricted to human Not restricted to human IgGIgG’’ss
Mouse, fusion proteins, etc.Mouse, fusion proteins, etc.



Alpha Testing Alpha Testing -- Correlation with Correlation with proA proA 
HPLCHPLC

- All samples were assayed neat
- Tips were pre-wet using fresh medium

Correlation HPLC vs Octet y = 1.0407x - 7.6597
R2 = 0.9967
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Dilution Linearity in Media
Day13 – 1:5, 1:10, 1:20

Day14 & 15 - 1:5, 1:10, 1:20, 1:50
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Monoclonal IgG Standards and Pro A Tips
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Bioreactor Titers:  
Comparison of Quantitative Methods
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Summary
Bio-Layer Interferometry

•Rapid
•Easy
•Linear 

1 - 200 ug/mL with anti-huIgG tips
1- 750 ug/mL with proA tips

•Robust
•Excellent correlation with proA HPLC and ELISA



The Best Method?  It dependsThe Best Method?  It depends……
Octet

Fast turnaround
Low skill requirement
Simple or no dilution required

ELISA
High throughput
Labor intensive (or use robot)
Very sensitive
Can distinguish between intact MAbs and

fragments



At RavenAt Raven

•• Octet for monitoring upstream and Octet for monitoring upstream and 
downstream processesdownstream processes

•• ELISA for highELISA for high--throughput clone throughput clone 
screeningscreening
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