Methods

* Nonsquamous NSCLC tissue specimens were obtained through the iIHIPPOCRATES project at the
National Cancer Center Hospital in Japan

« IB6 IHC staining and scoring were performed using TMA specimens prepared from surgically resected
tissues and biopsy specimens

« |[HC was conducted using the IB6 6.2A1 pharmDx assay (Dako Omnis), which was optimized to detect IB6
expression in formalin-fixed, paraffin-embedded nonsquamous NSCLC specimens?

— IB6-expressing tumors had 21% of tumor cells with any staining intensity

— Based on pathologist assessment, IB6-high expression was defined as staining intensity =22+ in 250% of
tumor cells (Figure 1)

* The inherent limitations of TMA-based assessments should be considered when interpreting results

Background

* IB6 is a transmembrane receptor involved in wound healing and tissue remodeling; malignant cells may exploit these

|
I n te rl n b e ta — 6 roles of IB6 to promote invasiveness, epithelial-mesenchymal transition, and anoikis resistance?>
« |B6 expression is low in healthy tissues under normal conditions but upregulated in many cancers, including NSCLC??
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» Arecent retrospective study of US patients with metastatic NSCLC characterized IB6 expression by IHC and its
association with patient and molecular characteristics™-6.7
— Of 227 patients, 93% had IB6 expression; IB6-high status was reported in 77% of NSCLC samples, including 81% of
nonsquamous samples’

» To explore possible regional differences, the present study evaluated IB6 expression in Japanese patients using TMA
and full section biopsy specimens
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Figure 1. Examples of IB6-high and -low status in nonsquamous NSCLC
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intensity, including IB6-nonexpressing tumors.

a|B6-high tumors had 250% positivity of tumor cells at 22+ intensity. PIB6-low tumors had <50% positivity of tumor cells at 22+

« Data concerning the presence of AGAs were available for a subset of the TMA

samples (n=34; Figure 5)

— 57 TMA samples did not have sequencing data available at the time of analysis

« Although the sample numbers are small and biased towards IB6 high in all cases,
the x?test was conducted across all binned AGAs to assess a potential IB6/AGA

relationship

— A statistically insignificant association was found between IB6-high vs -low
status and the presence of AGAs (x?[7]=9.06; n=34; P=0.248)

» Aslight correlation was observed between IB6 expression detected by RNA
sequencing and IHC (Spearman R: P=0.03, Rank R=0.32, Rank R?=0.1, degrees

of freedom=81; Figure 6)
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TPM, transcripts per million. 2IB6-high tumors had 250% positivity of tumor cells at 22+ intensity. PIB6-low tumors had <50%
positivity of tumor cells at 22+ intensity, including IB6-nonexpressing tumors. ¢This correlation is impacted by the ceiling
effect (many IHC values cluster at 100%). “Multiple samples had no IB6 RNA expression detected.
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