31 August 2021

7))
s
1

-

wn

€D
Y
>
T
>
i -

O

(qV]

C

(@)

O
P

C

(O
@)

C

48]
1

-

O

€D
1

O
>




Workflow
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Project Structure

6 slices selected
(33 ROIs)

resolve

biosciences

science meets life

Selection of 100 genes
of interest

probe design and QC

10um sections

Molecular Cartography™

primary data analysis
(decoding)

data and analysis tool
(polylux)

initial secondary
analysis
(results shown here)
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Good correlation between total counts across samples

Pearson correlation between ROIs
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Example for transcripts with a distinct spatial distribution

Al-3 D2-6

Gtsel




Little NRAS detected

D2-6 (NRAS only)

® NRAS
o Mitf _ .
© Sox10 . ' -




Example for transcripts with a distinct spatial distribution
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Lot - 5 S () H .
cell (Imaged ROI) can be 2R - with QuPath (Bankhead et

counted in the polylux tool al. Scientific Reports 2017)
and used for cell and DAPI signals expanded

identification or clustering. by 8 um.
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*unoptimized proof-of-principle only. Not suitable for publication of analysis.



An example for cell clustering using Seurat stuart, suttier et a1 cell 2019)

UMAP plot of cells clustered by log-normalized Most highly enriched markers in a cluster relative
transcript counts to all other cells.
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@ *unoptimized proof-of-principle only. Not suitable for publication or analysis.



An example for cell clustering using Seurat

*unoptimized proof-of-principle only. Not suitable for publication or analysis. .




What we provide - Images

DAPI (maximum z-projection) Raw ( maximum z-projection of raw data from 1 channel)

295.9 X 295.9 um tiles
@ (2144 x 2144 pixels; 0.138 um pixel size)




What we provide - Files

results files contain transcript coordinates

Imagel2 Examples (i ivels 300 dinate)

= ————— - in pixels, nm per z coordinate

User Manual Polylux (bet o .

. ser Manual Polylux (beta) submission - X y 7 transcrlpt
St C1_DAPI 96 802 44 itgas
=] C1_raw 227 341 44 itgabs
| C1_results 343 530 4 itgas
— - 392 471 44 itgas
| C2_DAPI 433 373 G 1tga5
5| C2 raw 662 317 44 itgas
= 869 1250 44 itgas
= C2results  — 1285 1674 444 itgas
5| D1_1_DAPI 101 910 15 cyp26b1
501 1 raw 235 561 15 cyp26b1

T 387 1514 15 cyp26b1

=) D11 _results 650 296 15 cyp26b1
5| D1_2 DAPI 34 854 16 cyp26b1
= D1 2 Raw 40 844 16 cyp26bl
LT 47 853 16 cyp26bl
=] D1_2 _results 49 872 16 cyp26bl
= D1_2 DAPI 252 528 16 cyp26bl
_ 258 549 16 cyp26b1
1 D13 raw 267 529 16 cyp26b1
=l D1_3_results . 272 542 16 cyp26bl



What we provide - the Polylux tool

Imaged plugin for easy visualization
and data export.

Requirements: up-to-date 64-bit Java
and Imaged2

Tutorial video available here:

File Edit Image Process Analyze Plugins Window Help
ololzla /< Alalml al olsulul gl 4] &

Fiji Is Just) ImageJ 2.1.0/1.53c; Java 1.8.0_271 [64-bit];

6432x8576 pixels; 16-hit, 105MB
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https://storage.googleapis.com/apollo-customer-data/ServiceTransfer/PolyluxTutorial1.mp4
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