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Introduction Results

Emerging data suggests that predictive biomarkers based on the A IF Panel B A
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MethOdS Figure 1. End-to-end workflow (A) Staining was performed on the Leica Bond RX using the above mIF panel. (B) ‘W

Multispectral slide imaging was performed on the Vectra Polaris (Akoya Biosciences, Hopkinton, MA); (C) image

A 7-color miIF panel (PD-L1, PD-1, CD8, CD68, FoxP3, Cytokeratin, analysis with inForm software, and (D) data analysis using R and Excel. D8+ Y o |ooo o SO
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sections of tonsil and a lung cancer tissue-microarray (TMA), Cha e | e
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Tonsil and TMA sections were stained at each site and imaged at N 5 4 o s
20x using a Vectra Polaris. Cells were segmented and phenotyped Corresponding field selection across serial sections (light blue boxes) . providence Cancer Conter "
using image analysis algorithms. In tonsil sections, the average A cell pellet array (above) and a PD-L1 cell  Med
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assessed to identify potential variation in staining intensity. In lung
TMAs, cell densities and %PD-L1 expression in immune cells (CD68+
and CD8+ cells) was determined.

from these controls were used to High
normalize for batch-to-batch variation in
intensity.
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Color Green Cyan Magenta e and representative 20x fields from 1 core across sites. (B) Example concordance plots of phenotype
densities for each marker. (C) Intra- and inter-site average concordance R? and slope values.
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Figure 3. Correlation between adjacent lung TMA sections. (A) Whole slide scan of one lung TMA

Results

* Inter-site concordance for tumor cell and immune cell Cortex | Follicle |Follicle | Cortex | Crypt * We demonstrate a reproducible end-to-end process for mlF
subset densities in TMAs had an average R* value of 0.86 LDk Lo | Fodee | PoHL characterization of the PD-1/PD-L1 axis including automated staining,

Intra-site | 6% 11%  13% 8% 8% 10% : : : : : : : :
and slope of 0.96. mereie| T multispectral imaging, and machine-learning-trained image analysis.

* Inter-site concordance for %PD-L1+ ICs had an average RZ Corresponding fields across sections from each site (5 of 6 participating e This approach improved reproducibility of %PD-L1 IC assessment and
value of 0.81, in contrast to inter-class concordance values sites submitted data by the time of datalock) brought it in line with %PD-L1 tumor cell assessment by pathologists.
: 2 i inc3 Figure 2. Reproducibility assessment with tonsil serial sections. (A) Field selection across serial sections. 12 . :
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20x fields were selected per sample to have fields enriched for markers of interest (4 each from follicle,
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reproducibility of emerging mlIF panels for other investigative teams, with




