PFA with

o

Normalized intensity

1000

800

600

400

200

Average number of
decoded spots per locus per cell

HCI

SON IF

B

Tagged DNA

0.9
0.8
0.7
0.6
0.5
04

0.2
0.1

0 S )
& 3 3
S 3

1000
2000
4000
6000

Length of RNA (bp)

=N
o o

ik

10° 10" 10° 10’
Ratio of detected spots
(targeted antibody vs. IgG)

o

Number of loci

A aBin

Target loci  Blank barcode Target loci

H3K4me3 19G

H3K27ac

H3K4me3

H3K27me3

chr12:

chr14:

ChIP-Seq

CUT&Tag

In situ tag. & trans.
5 min PFA, HCI, cleared

i ol iad b ol

In situ tag. & trans.
5 min PFA, HCI, uncleared

N T T ] L.H.Mm.\

CUT&Tag

In situ tag. & trans.
5 min PFA, HClI, cleared

In situ tag. & trans.
10 min PFA, cleared

CUT&Tag

In situ tag. & trans.
5 min PFA, HCI, cleared

04,249,506 1-'04.36'5'.%14 101,382,000 102,375,000
e GNN  Bossssssd C1 20rf7 3besscssss
‘ o T DIOSOS\( LINC00239|  PPP2R5CHt
HSPIOB 14
D E
H3lK27ac H3I§4me3 H3K27me3 H3K27ac H3K27me3 H3K27ac H3K27me3
H3K27ac |n situ tag. H3K4me3 |n situ tag. H3K27me3 In situ tag. In situ tag. In situ tag. In situ tag. In situ tag.
CUT&Tag &trans. CUT&Tag &trans. CUT&Tag & trans. &trans. & trans. &trans.  &trans.
: 20.0
= [0-0 40.0 40.0
0.0 0.0 ﬂo.o Ho.o
L T 1 -1 1-1 1 A1 1 AT

genomic distance (kb) genomic distance (kb) genomic distance (kb)

_ 340

[} 1 5 30

5 09 520
33 07 10° 102 10°
'g o 0.6 Ratio of detected spots
5% : (targeted antibody vs. IgG)
ca 05
[ON%) #

=5 04
? s 0.3
SR N
<o 02F @ .03

° ] 5

3 0.1 ':lf«'

g o0 - . S

Target loci  Blank barcode Target loci
H3K27me3 19G

genomic distance (kb) genomic distance (kb)



