a Transcripts per bin (96 shared genes)

4000
Total Bins 000
15.5K
2000
8.2K
1.1K T T T T T T T T T T T T T
13 o £ £ o 13 13 o E € o 3 13
i = - 2 = 2 32 = 3 = g 2
> g > - . e 2 [[Jona  [J1-50  [F]s50-900 [ >900
=
#263 #299 #266 #295

(o2
(e}
Q

10+
' _ NRXN3 . - - = ?
= w!{ r=0.53 L NG _ E r=0.61 ERBBA\RALYL . 10' r=0.63 NRXN3
RALYL < CNTNAPS~RBFOX} NRXN3 —
z - ERBB4-~, BFOX3 P e < | RALYL, EREB?,/
« = » o @ e TRPM3 —QSCAM CAM1 —, 5 = /u 5.
8 10'E o DsCam , CN’,‘NiFS . Gnlfz é 10 TMEM1087 "1wa’?p§'yzB H 10° DSCAM e";ﬁmxf‘?‘”‘
© = e ° c. P N L E e e
‘o = . -~ 7:3 E e ° o4 BOC ° = . 0O Knaps sv2B
<= E H e E A PN o E io.
= A . . E % . - B %o o
L E e 7, »e “coLiaz + - PR T OE . oot
= - . * 7 € 10 E - =
3 - . E = . e 5 =
3 E s S E S .2
c 10 £ . o % p O 10
© oo d o~ c
e . 3 s F o .
- FOXJ1 2 = — Fox1 o
s - “ILAI Lnlxs g 10 B . PO 13 = SN /Cmg ccn\7 *,MIR4435-2HG
- 10° 1+ CCR7 = E ‘ # s o 10 LHX9~* |
2 \CTLM KCFAPM = CFARSY CTLAS =, L4 CTLAG CFAP44
° cpis ° FOXJ1 —_ LAYO |, o
. MIR4435-2HG . CD19H-4~CO 74435-2HG o
10 10° 10
1 T 1A A T ol Ll ITINEAN VIO TN VI bl i NN RN TR AT T e
10" 10° 107? 107" 10° 10’ 10° 10? 10" 10° 10' 10" 10° 10? 10" 10° 10'
log10 mean count + 1073 (MC) log10 mean count + 1073 (Merscope) log10 mean count + 1073 (Xenium)

Fig. S5. Sensitivity analysis of iST methods

(a) Tissue location of cells with high and low transcript distribution for the spatial binning analysis shown
in Fig. 3a for sample MB295 on Xenium. The cell population with fewer transcripts per bin is enriched in
the outer regions of the tissue. (b) Correlation of snRNA-seq with MC for the shared panel of 96 genes in
snRNA-seq. The dashed line indicates the equivalent number of transcripts detected by the two methods
being compared. The snRNA-seq analysis was conducted using the Chromium v2 chemistry, which has
a reported detection efficiency of 14-15% (v3 chemistry 30-32%) according to the manufacturer
(https://kb.10xgenomics.com/hc/en-us/articles/360001539051-What-fraction-of-mRNA-transcripts-
arecaptured-per-cell). (¢) Same as panel b, but for the correlation of snRNA-seq with Merscope. (d)
Same as panel b, but for the correlation of snRNA-seq with Xenium.




