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A Multiplex Immunofluorescence Panel Reproduces Routine Colorectal Adenocarcinoma Antibody Stains with
Spatial Context on a Single Section on the CellScape® Precise Spatial Proteomics Platform
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Introduction Panel Composition Mismatch Repair Status Example Staining

Advances in colorectal adenocarcinoma research are rapidly
expanding the demand for immunohistochemistry test utilization to
aid in diagnosis, prognosis and identification of therapeutic targets
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status, up- or down-regulation, immune cell infiltration and ~ o
presence of tertiary lymphoid structures. Although not a clinical Figure 2. Panel Composition. The above panel lists all markers, fluorophores and nuclear stain

validation, this study demonstrates the power of multiplex used in the development of this colorectal adenocarcinoma panel.

immunofluorescence to replicate a clinical immunohistochemistry

workflow using minimal tissue and a fully automated Sample Reinterrogation

staining/imaging workflow that can power the evolution of spatial
signature-based studies in the anatomic pathology laboratory.

@ Initial Staining

Place slide on the CellScape
XR instrument and stain with protected from light
Panel 1. at 4°C.

@ Store Slide

Store the stained slide

@ Reinterrogate

Place the same slide back on the
CellScape XR instrument and stain
with additional markers or panels.
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adenocarcinoma tissue microarray (Biochain T8235790D) was il b o additional markers were used as a secondary panel to stain this TMA (B).

sectioned onto a charged slide and subjected to standard
deparaffinization and rehydration followed by antigen retrieval with a
Tris-EDTA pH 9.0 buffer (BioLegend 422704) in a TintoRetriever
pressure cooker (Bio SB 7087). A Bruker Spatial Biology Whole Slide
Imaging Chamber (WSIC) was adhered to the slide and placed on
the CellScape® instrument for staining.  Antibodies diluted in
CellScape® Storage Buffer were then cycled on the CellScape®
instrument with 60-minute room temperature incubations followed

Single Slide Antibody Titration

Conclusion

= 35 markers used routinely in the diagnosis,
prognosis and therapeutic characterization of

Figure 5. Antibody Titration. One unique
advantage in the panel development
process is the ability to titrate an antibody
on a single slide. This procedure involves
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by a wash cycle and fluorescent imaging using the 10X objective. At
the end of each cycle, the fluorescent signal was removed through a

Ab 1 Ab 2 Ab 3 Ab 4
(Target 1)  (Target2) (Target 3)

(Target4)  (Target 5)

Ab 5 Ab 1 Ab 2 Ab 3 Ab 4 Ab 5

(Target 1) (Target 2) (Target 3)

(Target 4) (Target 5)

Ab 1
(Target 1)

Ab 2 Ab 3 Ab 4 Ab 5
(Target 2) (Target 3) (Target 4) (Target 5)

staining with the highest dilution first,
followed by application of additional
antibody to bridge the difference between

colorectal adenocarcinoma were successfully

used to stain a single TMA section

photochemical bleaching step with EpiclF buffer. This gentle dilution concentration in the subsequent

treatment does not affect epitope stability or tissue integrity and cycle. ~ By skipping the normal EpiclF = Advanced analyses were able to demonstrate

allows for high-plex staining without loss of staining efficiency. = it — b . R bleaching step be.tween cycle.s, the CarTitetie arel cpatiall reselves marker
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imported into QuPath software for initial analysis.  Additional siegr:/;Lth;]Z(isean quantitated 1o -maximize Changes affectmg patient management and
Fluorophores: @ AF488 @® AF532 @ AF555 @ AF594 @ AF647 | Total: 5 antibodies titrated across 3 dilutions on the same tissue .

python scripts were developed for deeper data investigation.

Multiplex Immunofluorescence Process
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= The CellScape® Precise Spatial Proteomics
Platform is uniquely positioned to meet the
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