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Using BLI (Octet) to Determine
[19G]

Principles of operation
Qualification of the method
Anti-1IgG tips vs. Protein A tips
Comparisen with other methods

Applications at Raven
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Bio-Layer Interferometry (BLI1)

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

Proprietary new technology for label-free detection

* Any change in the number of molecules bound causes
a measured shift in the wavelength pattern
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ForteBio Polyclonal Standards
27 runs, 4 users, 12 days

100 120 140 160 180 200
ug/mL higG
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Raven MADb Standards

—o— -80C, time zero
——-80C, two wks
-80C, two mos
4C, time zero
=¥—4C, two wks
——4C, two mos

100 150
Nominal 1gG, ug/mL

%CV’s ranged from 2 - 7% (n=3)
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Specificity

Eilber optic tips coated with pelyclonal anti-hulgG

No signal from murine IgG1, IgG2a, IgG2h

(tested up te 100 ug/mL)

No signal frem neat FBS, but serum can suppress
pinding

Background problems reduced by prewetting tips in
appropriate maitrix
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Determination of 10ug/mL MAD in
Presence of FCS

—o— HPLC
—#— QOctet
—a&— ELISA

%0FCS In medium
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Polyclonal vs. Monoclonal Standards
Values are consistently 30% higher

y=13x-2
R*=0.9985
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*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.
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Applications at Raven

*Productivity in cell culture supernatants
eDownstream

Pro A yields
Dynamic binding capacity
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ELISA and Octet comparison - Bioreactor Supes

blue- Octet
pink - ELISA




Dynamic Binding Capacity of a Pro A Resin
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Resin Binding Capacity
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ProA TiIps vs. anti-nulgG Tips

Wider dynamic maximum range
(1 - 750 vs. 1 - 200 ug/mL)

More uniferm binding rate than; polyclonal
May reflect recevery on proA resin

Not restricted torhuman IgG's

Mouse, fusion proteins, etc.
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Alpha Testing - Correlation With. proA
HPLC

Correlation HPLC vs Octet y =1.0407x - 7.6597
R?=0.9967
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200.0 400.0 600.0 800.0 1000.0 1200.0
ug/ml HPLC

- All samples were assayed neat - T——
- Tips were pre-wet using fresh medium orteslo
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dilution linearity sample E Day13 dilution linearity sample E Day14
200 y = 966.84x - 8.0195 y = 1158.4x - 0.9828
180 R? = 0.9989 / R? = 0.9997
160 -
140
120 -
€ 100 o culture E - Day13 ¢ culture E - Day14
2 ——Linear (culture E - Day13) ——Linear (culture E - Day14)
80
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40 &
20
0 ‘ ‘ ‘ ‘
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1/DF
dilution linearity sample E Day15
250
y = 1051.3x - 0.0636
200 4 R? = 0.9975
150
£ « Culture E- Day15
2 —— Linear (Culture E- Day15 )
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Dilution Linearity in Media
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Polyclonal IgG Standards and Pro A Tips

Standard Curve

Expected AVQ. %sd
ug/mit measured | (n=3)

ug/mL
Expected Recovery
1 (0] 3% ug/mit

2.5 2.5 506 > _ 007
10 10.0 0.6% 105%
100.2 1% 112%
251.0 2.5%
501.6 2%
10142 7%
1500 15%
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Monoclonal IgG Standards and Pro A Tips

Standards

600 800 1000 1200 1400 1600

Samples
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Bioreactor Titers:
Comparison of Quantitative Methods

——(Q-sensor

—=—ELISA

HPLC

ProA sensor
all neat

Pro A dil 1:2 day 10-
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Summary
Bio-Layer Interferometry

*Rapid
*Easy
sLinear
1 - 200 ug/mL with anti-hulgG tips
1- 750 ug/mL with proA tips
*Robust
*Excellent correlation with proA HPLC and ELISA

| a &
fechnologies,inc. Ravel




The 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
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Al Raven

Octet for monitoring upstream and
dewnstream processes

ELISA for high-threughput clone
screening
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