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Figure S1. Single-cell RNA sequencing quality controls. Related to Figure 1. (A, B) PCA plots
depict batch #1 and #2 (A) and Unique Marker Identifier (UMI) numbers in each cell (B).
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Figure S2. LUAD cells at either end of the EMT spectrum shape tCAF heterogeneity. Related
to Figure 2. (A) GSEA of upregulated genes in tCAFs that were mono-cultured (mono-) or co-
cultured with 344SQ cells (co-344SQ) or 393P cells (co-393P) in multicellular aggregates. n=
3 biological replicates per condition. (B) GSEA of upregulated genes in tCAFs that were co-
cultured with 344SQ cells (co-344SQ) or 393P cells (co-393P) in Boyden Chambers. NES
represented by bar length. FDR values color-coded. n= 5 biological replicates per condition.

Hallmarks that were shared between Boyden chambers and multicellular aggregates are
indicated (A, asterisks).
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Figure S3. Relative densities of tCAFs treated for indicated time periods with 20uM GM6001
(red) or vehicle dimethylsulfoxide (blue) determined by WST-1 assay. Related to Figure 4.
A.U.: Absorbance units. n=3 biological replicates per condition.



LC/MS

Mono-culture Co-culture

gI
g
;I
s
8I
o
8

393P
CAF
CAF
CAF

344SQ+CAF

44SQ+CAF
| 344SQ+CAF

393P+CAF

id &

BN HEEN sisa

[ ] DPYSL2
[ | Il DSP

8

200

PSMD14
I EEF1A1

LRP1

RPS15

Bulk-cell RNA-seq

Cdh17
Fst
Cacna2d1
Smoc2
Mmp13
Tnfrsf11b
epp
Ren1

B 2

Rnf150
Cc

p
Mm
Slc8a1
PiI;a
Fgf7
8fb
Mdga1
PcstSI
Ndp
St8siab
Prss12
Stc1
Bmp2
Nrxn1
Sec16b
Wisp2
Adamts12
Tnr
Fstl1
Hs6st2
e
pip
Dmrta2
Col3a1
AFbln71r'
ngpt
Gpet
Gfrad
Agt
Nxped
Cpvl

393P_ZEB1/393P_vector

5 10 15
log,(RPKM)

o -

Supplementary Figure 4



Figure S4. Identification of ZEB1-driven secreted factors. Related to Figure 6. (A) Heat map
depiction of selected secreted factors identified by liquid chromatography-mass spectrometry
analysis of conditioned medium samples from multicellular aggregates containing mono-
cultured cells (left heat map) or co-cultured cells (right heat map). All proteins depicted had a
P value < 0.05 (t-test). n=3 biological replicates per condition. (B) Relative levels of selected
secreted factors identified by bulk-cell RNA sequencing (Tan et al., 2018). Values expressed
as a ratio (393P_ZEB1/393P_vector). Log2FC: Log2 of fold change. n=3 biological replicates
per condition



