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10.5 x 22.5mm

5m for FFPE
10m for frozen

Pixel: 0,2m

Preparing a Xenium slide
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➢ 28 ROIs – 4 tissus :

• C2103096 → 5 ROIs

• C2109288BB → 3 ROIs

• ND23-4710-1A → 1 ROI

• 19H08921 → 19 ROIs 

➢ ROI de 2,9 à 10,8mm²

➢ Alignement Score de 57,71% à 78,49%

➢ Panel IMC ➔ 43 marqueurs

➢ Panel Xenium ➔ 5001, Xenium Human 
5K Pan Tissue & Pathways Panel

Samples Area (mm²) Score (%) Nb Cells
C2103096-ROI1 6,8816 76,26 20346

C2103096-ROI2 6,534 75,96 23404

C2103096-ROI3 9,703575 78,32 28787

C2103096-ROI4 10,855758 74,03 28543

C2103096-ROI5 8,312512 78,49 21746

C2109288BB-ROI1 5,020712 74,4 16746

C2109288BB-ROI2 4,684362 73,1 22397

C2109288BB-ROI3 6,040608 78,32 23831

ND23-4710-1A-ROI1 3,963012 77,52 12356

19H08921-ROI1 5,57382 74,22 54302

19H08921-ROI2 5,295168 71,69 40272

19H08921-ROI3 5,07584 77,98 34958

19H08921-ROI4 4,793984 75,7 36731

19H08921-ROI5 4,283902 74,13 42472

19H08921-ROI6 5,384886 71,38 45857

19H08921-ROI7 5,646057 72,18 50103

19H08921-ROI8 5,443004 74,43 47107

19H08921-ROI9 4,499746 74,46 44131

19H08921-ROI10 2,90394 66,42 13067

19H08921-ROI11 4,455897 69,19 35878

19H08921-ROI12 4,703391 71,8 50444

19H08921-ROI13 4,536738 74,12 42074

19H08921-ROI14 4,68864 72,83 30920

19H08921-ROI15 3,473964 73,83 20813

19H08921-ROI16 3,751251 74,85 32681

19H08921-ROI17 4,995523 73,4 41613

19H08921-ROI18 5,39609 75,36 42413

19H08921-Sain-ROI19 4,95504 57,71 24827

Analyzed Area with both modalities

151 mm2

928819 cells

Y. Glasson
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Hyperion nucleus Xenium moprhology
 DAPI
 ATP1A1/CD45/E-Cadherin
 18s
 Alpha-SMA / Vimentine

Overlap:
 Hyperion (Nucleus)  morphology (Xenium)

Results from Fusionomics



Xenium (RNA)

Data complexity

About 1-5 RNA copy / gene / cell
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CAF + Peri (8)

1mm

Endo (7)

CC (25)

T cells (8)

B cells (6)

Neutro (5)

APC (10)

+ healthy lung cells (6) = 75 cell populations 

Hyperion : CD8AProtein

Xenium: CD8A mRNA

Integration of multiple ROIs



Senescent Neutrophiles
TAN-N1
TAN-N2
DC-like TAN

Neutro Cluster

Identification of rare cell populations

Focus on neutrophils

UMAP K-mean clustering

T-SNE K-mean clustering

Three main Neutrophil clusters



Neutro C1

Neutro C2

Neutro C3

DC (APC-C6+C7)

Macro (APC C1-5+8-10)

CC (C1-25)

Nucleus
C: TLSB: Parenchyma

D: Tumor islet #1 A: Tumor Islet #2

1mm
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Localizing neutrophil clusters on tumor section



Neutrophil neighborhood



Fibroblast / pericytes T cells

Fibro + peri
 Cluster 3 4
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8 5 1 8APC Cluster T cell clusters

APC / Macrophages

Hard to re-identify T cells sub-clusters

Focus on T cells

T cells sub-clustering



T Cells interacting with Neutro C2 or  C3 All T Cells

T cell clusters show specific localization 
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Neutrophils C3 // interacting T Cell C1 // not interacting T cell C4

integrating proteomics + transcriptomics + spatial 
DC-Like Neutrophils interacts with Tfr cells in TLS



Integrating multiple ROIs necessitate huge informatic 
power

Most of the Abs validated by SIM-Cat are working 
after long Xenium assay 

Co-integrating Abs and RNA in a single dataset helps 
identifying cell clusters

Spatial distribution is critical for proper cell types 
annotation

Cell clustering contains spatial information

Anable functional exploration 
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