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Introduction Cell Line Development

Biological activity is an essential quality attribute for the assessment of the potency and stability of biological drugs,
and the successfuldevelopment of suchbiologicsis dependentuponthe establishmentofvalidated and standardized
assays that allow direct comparisons of the relative potency and stability of different batches.

The IL-23 reporter gene assay was established using the avian B-cell line DT-40 that does not require IL-23 or other
human cytokines in order to proliferate and that is unresponsive to the growth factors present in human serum. Thus,
DT-40 cells were co-transfected with the IL-23R and IL-12Rb1 receptor chains together with a STAT5 expression
vector, a STAT5 responsive Firefly luciferase (FL) reporter gene construct, and the Renilla luciferase (RL) normalization
gene under the control of a constitutive promoter.

Methods

Assays ready IL-23 cells were thawed and diluted in RPMI + 9% HI-FBS +1% P/S. IL-23 protein (R&D Systems) was
diluted in same buffer and both incubated for 5h at 37°C/5% CO2. Detection of Firefly and Renilla Luciferase activity
was determined with Dual-Glo® Luciferase Assay System (Promega) and read sequentially. Standard dose response

We have developed a high throughput assay platform, iLite®, based on the use of engineered reporter-gene cell lines
that is applicable to most biologics and that allows the direct comparison of drug potency and stability in the same
assay. Furthermore, since biological activity is measured, the same assay system can be used to determine the
presence of neutralizing antibodies.

Here, using our iLite® IL-23 Assay Ready Cells as an example, we show the robustness of our assay system, describing
parameters such as accuracy, precision, and plate homogeneity, as well as assay characteristics such as EC50 and

LLOQ. curves were run with [L-23 protein 0-63 ng/ml, 3-fold dilution steps (63, 21, 6.9, 2.3, 0.77, 0.26, 0.086 and 0 ng/ml).
Samples of IL-23 protein, Q1, Q2 and Q3 were diluted to 2.0 ng/ml, 1.5 ng/mland 1.0 ng/ml. Assay plate homogeneity
(FL BRLU) was explored using a solution of 0.5 ng/ml IL-23 protein in all 96 wells of a plate.

Resuts

The robustness of the iLite® IL-23 Assay Ready Cells was explored by testing a number of different characteristics and Dose response curve 0-63 ng/ml, 3-fold dilution *LLOQ, ULOQ - defined as lowest and highest concentration of analyte

parameters including repeatability, intermediate precision, accuracy and plate homogeneity. The results show that the EC50t 1,40 (1,10-1,72) whieh can be quantiied i tis sssey s 2 ;V:Z éifgr’//;(;i,”ﬂ

assay has high repeatability and precision as well as good accuracy. In addition, the assay gives a high fold induction Fold inductiont 19 (15-22) -

(19x) as well as a lower limit of quantification (LLOQ) in the low nanoliter range (0.1ng/mL). Taken together, the results LLOQ* 0.1 ng/ml Tchfsfggtfggg;gfeczgcs_::srjﬁZ;giifgjﬁggifﬁg;i;;;g

show that the iLite® Technology and the Assay Ready format is capable of generating a high performing bioassay, ULOQ* 5.1 ng/ml

suitable for many applications within the drug continuum.
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"Firefly RLU Results between-runs (4 plates)
?|L-23 protein diluted to 2.0 ng/ml, 1.5 ng/mland 1.0 ng/ml

"Firefly RLU Results between-runs (4 plates)
2|L-23 protein diluted to 2.0 ng/ml, 1.5 ng/mland 1.0 ng/ml

Intermediate precision Between Assay Ready Cell batches
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'"Firefly RLU Results between-runs (4 plates)
2|L-23 protein diluted to 2.0 ng/ml, 1.5 ng/mland 1.0 ng/ml

"Firefly RLU Results between-runs (4 plates)
2|L-23 protein diluted to 2.0 ng/ml, 1.5 ng/mland 1.0 ng/ml

Plate Homogeneity Summary and Conclusions

By using the iLite® IL-23 Assay Ready Cells as an example, we have shown the robustness of our assay system, describing parameters
such as accuracy, precision, and plate homogeneity, as well as assay characteristics such as EC50 and LLOQ. The results demonstrate
that using this system, assay parameters normally associated with ligand binding assays can be achieved also with a cell-based setup.

Assay plate homogeneity (FL RLU): 0,5 ng/mlin all 96 wells of a plate.

FL signal homogenity

32500 Accuracy Assay plate
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