Multiplex Imaging of Melanoma FFPE Specimens to Interrogate Phospho-STAT Signaling as
~ O Biomarkers to Checkpoint Immunotherapy Response/Resistance.

B

Ann Strange, Carol Amato, Emily Monk, Brian Thompson, Paulo Burke, David Woods
University of Colorado Anschutz Medical Campus

RESULTS

Background

Multiplex immunohistochemistry (mlF) is a useful approach to
interrogating the tumor microenvironment through simultaneously

interrogating multiple markers in relatively abundant banked FFPE As pSTATS5 increases in Tumor cells, the less we see CD8+ cytotoxic T-cell infiltration

specimens. Additionally, spatial information obtained in mIF uniquely P ’ y Tumor pSTATS+ CD3+/CD8+
allows questions to be addressed such as: localization of immune cells - ot o Recoorder 8 Recoonder . decreases In Infiltrate increases
in the TME (e.g. intra-tumoral, tumor-border), co-localization of proteins S p p We dev.eloped a Vectra Polaris Responders in Responders
(e.g. STAT heterodimers), and the cellular location of proteins (i.e. o & oo panel with the HIMSR Core to

surface vs. cytoplasmic vs. nuclear). We previously identified e assess phosphorylates of STAT e~ . Tumor 0D3+/CD8+ (of Tt .
expression of several phosphorylated STAT protein in peripheral blood 0.75 proteins (STAT1, STAT3, STATS5) T p° e

CD4+ and CD8+ T-cells of patients with advanced melanoma as 5 and additional serine residue
significantly associated with response to immune checkpoint inhibitors § 0.50; o phosphorylations on STAT3, in
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identify tumor vs stroma in ~500 images. Cell segmentation and
phenotyping enabled a detailed itemization of cell metrics such as area,
diameter, and location, enabling a host of possible visualizations and =
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exploration in the single cell, spatial domain.
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Slide MB Location Slide MB Location
8 3558 Left Foot Primary 22 4790Left Forearm Primary
9 5072Right Chest Primary 23 3546 Scalp
10 4686 Upper Left Arm 24 2778 Soft Tissue (Neck)
11 S$17-29240 Groin Lymph Node 25 3781Pelvic Lymph Node SOX10S100
19 4259Ear Canal Primary 26  3549Right Ear i Sy S
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29 9073 Medial Right Knee 33 3839Lung _ _
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31 4799 Maxillary Sinus Left 35 4801 Left Preauricular Primary
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