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INTRODUCTION

Figure 1. Standard Curve ECL Platform Figure 2. LLOQ QC (625 pg/mL): Comparison of Recovery in Both ECL

and NanoLuc Platform

Figure 6. ULOQ QC (20,000pg/mL): Comparison of Recovery in Both
ECL and NanoLuc Platform
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Table 2. Intra- & Inter-Batch Precision and Accuracy of QC Samples on
NanolLuc Platform

Neovascular or age-related macular degeneration (AMD) is the leading
cause of blindness in the elderly population. Abnormal angiogenesis in
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Systemic exposure to Ranibizumab after ITV injection is very low due to | Intrarun %Bias 6.7 3 11.9 13.3 6.5 14000
elimination on reaching systemic circulation from the vitreous. Characterization N — I n 3 3 3 3 3 200
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of Ranibizumab in plasma using high-specificity antibody from Somru Sr—— 610 0 8
BioScience. In addition, we also developed a comparable method using intrarun Mean .~ 1089 7659 14599 19299
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unique novel technology; NanoLuc® from Promega Inc. NanoLuc is a small Intrarun %CV 46 9.7 17 1.8 5 Flgdu'l;le 3. II'_OW F?ICﬂ(JOOO pg/mL): Comparison of Recovery in Both ECL
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signal. Figure 1 is an example of a standard curve in ECL discover Batch : : : : o Iheoretica : :
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The precision and accuracy of the assay was determined by running a B NanoLuc Calculated
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NanoLuc platform is presented in Figures 2-6. Intrarun %Bias 2.2 0 0.9 0.7 4.5 el High
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was within 80%-120%. N ) 18000 to minimize crosstalk and plate washing effects for the NanoLuc method.
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Interference of VEGF in the assay was evaluated by the addition of free . 9 1110 +11.0 15400 t2.7 15,000
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from 500 - 5,000 pg/mL free VEGF showed no inhibition of the Ranibizumab T 5616 3910 = e 1000 — a5 a0 Here we demonstrate the use of a novel reporter, NanoLuc, and its application
signal at 1000 pg/mL (Table 5). No linearity assessment was performed as Inter-run %CV 4.1 4 2.1 2.8 4.9 % Theoretical 117.0 106.7 in development of sensitive bioanalytical assays to support pharmacokinetic
the Cmax for Ranibizumab is expected to be well below the upper limit of the Inter-run %Bias 4.6 -0.9 -0.1 2 2.5 n 10 10 10000 . studies. We also demonstrated that the transition from routine ELISA or ECL
quantitation (20,000 pg/mL) for expected clinical trial samples. n 9 9 9 8 8 0 2 4 ° 8 10 method to NanoLuc is simple, cost effective and easy to execute.

* not aliquoted

WW\W.Ccelerion.com



