1/25

WO 2023/164570 PCT/US2023/063155

100

N

Providing apiurality of cells comprising at least one cafl comprising at least one genefic perturbation

Y

Hybridizing 3' loop probes and 5 probes fo native mRNA franscripls

Y

Connecting 3 foop probes and ampiiying the mRNA transcripts, thereby generating DNA amplicons

Y

Fixing the mRNA amplicons
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Receiving  frst Image deplcting the plurallty of biologival cells, wherel the first image indicates
each cell of the piurality of hiclogical calls by 2 boundary and associates each cell with a
corresponding cell identifier
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more in sit sequencing oycles are performed
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Rligning the first image and the second image
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between each cal of the plurallty of biological cells and a corresponding barcode sequence of
the plurallty of barcode sequences
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Recelving a fluorescence In situ hybridization (FISH) image of heolura]st‘yofbmlcgcai cells
after a FISH cycle s performed! on the pluralty of bidlogiea cells
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Aligning the first image and the FISH image

¥

Based on the dlignment between the first image and the FISH image, resizing the
FISH Image

¥

Associating each cell of the plurality of biclogical cells with a portion of the rﬂsézed FISH image,

the corresponding barcade sequence, and the corresponding cel identier

;

Analyzing known phenolypes or identfying new phenciypes of the plurality of cells
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FIG. 19

FISH-A-FISH-CP-POSH intagration
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