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SignalStar™ multiplex immunohistochemistry is a flexible
spatial technology with fully validated protocols.
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co-localization was performed using QuPath.
Anticipated cell subsets expressing multiple
biomarkers, such as quadruple
CD206+CD68+CD163+SIRPa+ cells, were
successfully identified. The SignalStar mIHC
technology facilitates adaptable panel design
without lengthy optimization while upholding
precision and reproducibility in quantifiable
phenotypic data for comprehensive immune
cell interrogation within the TME.

Conclusions

Spatial imaging is increasingly important to
understand the different biological aspects of
the TME, including the cells present and the
organization and function of their biomarkers.
This can be critical to understanding the
differences between diseased and healthy
tissue. Current technology is laborious and
time consuming, particularly when it comes to
higher throughput needs, increasing the time
and costs of research.

immunohistochemical analysis of paraffin-
"+ embedded human squamous cell lung
', carcinoma using Pan-Keratin (C11) & CO-
“ 0003-488 SignalStar™ Oligo-Antibody Pair
) #63566 (cyan), CD68 (D4B9C) & CO-0007-
594  SignalStar™  Oligo-Antibody  Pair
&' #77318 (orange), SIRPa/SHPS1 (D6I3M) &
' CO0-0034-647 SignalStar™ Oligo-Antibody
4 Pair #80150 (pink), CD163 (D6U1J) & CO-
. 0022-750 SignalStar™ Oligo-Antibody Pair
. #71043 (magenta), CD206/MRC1 (E2L9N)
7 & CO0-0035-488 SignalStar™  Oligo-
L Antibody Pair #99626 (green), CD11c
wt (D3VIE) & CO-0017-594 SignalStar™
¥y Oligo-Antibody Pair #85384 (yellow), CD45
, (Intracellular Domain) (D9M8I) & CO-0013-
647 SignalStar™  Oligo-Antibody  Pair
#32740 (red), and HLA-DRA (E9R2Q) &
CO0-0023-750 SignalStar™ Oligo-Antibody
Pair #58446 (white. All fluorophores have
7i peen assigned a pseudocolor, as indicated.
Staining was performed on the BOND RX
autostainer by Leica Biosystems. B)
SignalStar immunohistochemical analysis of
paraffin-embedded human squamous cell
lung carcinoma using SignalStar antibodies
described above (left) compared to
chromogenic staining of serial sections of
paraffin-embedded human squamous cell
lung carcinoma using Pan-Keratin (C11)
Mouse mAb #4545, CD68 (D4B9C) XP®
Rabbit mAb  #76437, SIRPa/SHPS1
(D6I3M) Rabbit mAb #13379, CD163
(D6U1J) Rabbit mAb #93498,
CD206/MRC1  (E2L9N) Rabbit mAb
. #91992, CD11c (D3V1E) XP® Rabbit mAb
#45581, CD45 (Intracellular Domain)
(D9M8I) XP® Rabbit mAb #13917, and
HLA-DRA (E9R2Q) XP® Rabbit mAb
#97971. C) Triplicate SignalStar 8-plex
images were compared to SignalStar
single-plex images and the chromogenic
DAB images. Percent positive cells in
matching ROI from serial sections were,
quantified.
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biomarker spatial imaging of fixed tissues.

Figure 6. SignalStar mIHC Assay Enables Quantitative Analysis \

Obtaining results is 70% faster than other B
mIHC approaches with no need for time ® cpss
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provides comprehensive technical support and Pan-Keratin @ Negative
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experiments to ensure their successful
completion and streamlining your research ;
prOCGSS. Vigure 6. A) Cell segmentation results from SignalStar multiplex IHC 8-plex experiment described in Figure 5 using QuPath-integrated deep learning method followed by cell types identification. Individual cells are color-coded according to their inferred cell types sucy
as myeloid, Pan-Keratin, and others. B) Cell type identification using Leiden clustering from the Giotto R package. Several cell types were identified including myeloid cells, epithelial cells (Pan-Keratin*) and HLA-DRA (MHC-II) expressing Pan-Keratin* cells. Each cell
is represented as a pair of UMAP coordinates.
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