Redin etal.
Journal of Hematology & Oncology (2024) 17:89
https://doi.org/10.1186/513045-024-01609-7

CORRECTION

Journal of
Hematology & Oncology

Open Access

®

Correction: SMARCA4 controls i
state plasticity in small cell lung cancer
through regulation of neuroendocrine
transcription factors and REST splicing

Esther Redin', Harsha Sridhar', Yinggian A. Zhan?, Barbara Pereira Mello', Hong Zhong', Vidushi Durani'~,
Amin Sabet, Parvathy Manoj', Irina Linkov?, Juan Qiu*, Richard P. Koche?, Elisa de Stanchina®, Maider Astorkia®,
Doron Betel®’#, Alvaro Quintanal-Villalonga' and Charles M. Rudin'~"

Correction: Journal of Hematology & Oncology
(2024) 17:58
https://doi.org/10.1186/s13045-024-01572-3

Lead Contact: Charles M. Rudin

The original article can be found online at https://doi.org/10.1186/513045-
024-01572-3.

*Correspondence:

Alvaro Quintanal-Villalonga

quintaa@mskcc.org

Charles M. Rudin

rudinc@mskcc.org

! Department of Medicine, Memorial Sloan Kettering Cancer Center, New
York, NY, USA

2 Center for Epigenetics Research, Memorial Sloan Kettering Cancer
Center, New York, NY, USA

3 Precision Pathology Center, Memorial Sloan Kettering Cancer Center,
New York, NY, USA

4 Antitumor Assessment Core, Memorial Sloan Kettering Cancer Center,
New York, NY, USA

5> Weill Cornell Medicine Graduate School of Medical Sciences, New York,
NY, USA

6 Applied Bioinformatics Core, Weill Cornell Medicine, New York, NY
10065, USA

’ Division of Hematology and Oncology, Department of Medicine, Weill
Cornell Medicine, New York, NY 10065, USA

8 Department of Physiology, Biophysics and Systems Biology, Institute
for Computational Biomedicine, Weill Cornell Medicine, New York, NY
10065, USA

Full list of author information is available at the end of the article

The original article mistakenly omitted numerous ele-
ments from the article figures due to an error in transfer-
ring the files at the proofing stage. The figures have since
been updated to restore all missing elements of each
affected figure (Figs. 1, 2, 3,4, 5, 6).

©The Author(s) 2024. Open Access This article is licensed under a Creative Commons Attribution 4.0 International License, which
permits use, sharing, adaptation, distribution and reproduction in any medium or format, as long as you give appropriate credit to the
original author(s) and the source, provide a link to the Creative Commons licence, and indicate if changes were made. The images or

other third party material in this article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line
to the material. If material is not included in the article’s Creative Commons licence and your intended use is not permitted by statutory
regulation or exceeds the permitted use, you will need to obtain permission directly from the copyright holder. To view a copy of this
licence, visit httpy/creativecommons.org/licenses/by/4.0/. The Creative Commons Public Domain Dedication waiver (http://creativeco
mmons.org/publicdomain/zero/1.0/) applies to the data made available in this article, unless otherwise stated in a credit line to the data.


http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/publicdomain/zero/1.0/
http://creativecommons.org/publicdomain/zero/1.0/
http://crossmark.crossref.org/dialog/?doi=10.1186/s13045-024-01609-7&domain=pdf
https://doi.org/10.1186/s13045-024-01572-3
https://doi.org/10.1186/s13045-024-01572-3
https://doi.org/10.1186/s13045-024-01572-3
https://doi.org/10.1186/s13045-024-01572-3

Redin et al. Journal of Hematology & Oncology (2024) 17:89

A =
=
T
S 8
& - :
o
L l€i%%em. ! 4. A S R 8 °
sV i EFssenwt IFSE ¥ 142 .04 .
g2 |" -8 et ¥ ) * Y
. 8 ° 8 3 s g5 EH s X
E 49 A . g8 LI
< ° . 3 s . o 8 o e . B8
| o g f° o
X 2 R o
< °© g °
el [ hm S S S D N R N N R N N N N N RN L S s e m
D & IR IR I S I P IR WP P I S S S S P S > S P B I s P
B LS ELL L L L LELSL ECLESLLELLSLE
L LIS LS L LSS SO E S P F S EF SO E S
NP FEC AP IR LR R R R RSP P PSS R P Pre P
NI AN S A S ENRE A SRR PN S Ve
S SPFREE NV P SNV 07 P 5 P S NS W (@& B
SIS e TP SO P @ FISF  DEY D P S @S
FAEL LS FoE OIS KT 0 I (Pl Fofe® N
NN e,%'\‘\@} < ((’((}\ I %6(\ & C RN S Q N4
L L@ PSR A K X & &
FF S @ 2 RS
S N & &
N W =
Rudin et al., George et al. data
SYP CHGA INSM1 YAP1 REST
=10 _ S 159 < 1070625 = 10q=048 T 69r=032
Z :;%%%1 : :;<%2;:75m 5 $ |00t o L |peo0oot : [poo00t ¢
3 g 10 3 3 g4 S
4 o < < < < 3
% 5 o X % 5 % 54 % 5 % 2
B
. o ° o0 5 = : =
Q,N °<§90°Z°:o g0 Z ¢ g o
ot st § o E of ; B ot
0 2 4 6 8 10 0 2 4 6 8 10 002 4 6 8 10 0 2 4 6 8 10 0 2 4 6 8 10
log, (SMARCA4 mRNA (RPKM+1)) Iog, (SMARCA4 mRNA (RPKM+1)) log, (SMARCA4 mRNA (RPKM+1)) log, (SMARCA4 mRNA (RPKM+1))  log, (SMARCA4 mRNA (RPKM+1))
CCLE
SYP CHGA INSM1 YAP1
=" =0.24 g 19027 g 10708 g" ':éoﬁﬁ?e g
¥ =0.. by P X
$ |roo R0 p:0.053 o E p<0.0001 3 :
g s /&@ & B € s 3 o &
E ® ©, E £ 3
€ o c e g ° ©TT g 5 5
2 5 s 5 £ 3
5 = = S =
T fa— fsl ¥ o . £
0 2 4 6 8 0 2 4 6 8 0 2 4 6 8 0 2 4 6 8 0 2 4 6 8
log, (SMARCA4 mRNA (RPKM+1))  log, (SMARCA4 mRNA (RPKM+1))  log, (SMARCA4 mRNA (RPKM+1))  log, (SMARCA4 mRNA (RPKM+1))  log, (SMARCA4 mRNA (RPKM+1))
E us2 H146
NTCShRNA *+ - - = - - - NTCShRNA *+ - - - - - -
anti-SMARCA2 - shl sh2 - - shl sh2 anti-SMARCA2 - shl sh2 - - shl sh2
anti-SMARCA4 - - shl sh2 shl sh2 anti-SMARCA4 . - - shl sh2 shl sh2

NEUROD! | sy sl i s e

svp|...-.. -

CHGA |

| CHGA|

GAPDH |~.g,

D ———

Page 2 of 10

Quintanal Villalonga et al

log, (SMARCA4 TPM)

104

k%

SRS
el N\
NS
CCLE
8+ *
T
s
X
& o
Z %7 %
i
£ S
3
& 44
<
=
2 o
S
ke] 8
22— 11—
4 4
ec'é ec’é
& &
& S
% S

Rudin et al., George et al. data

log, (SMARCA4 mRNA (RPKM+1))

10+ Adokk
8- o
000%
00800
° 00
6- .98
30
20000
0000
o
44 %
°
°

(10@) 00@'
=) 9
&S
Y RS

Fig. 1 SMARCA4 expression correlates with NE features in SCLC. A SMARCA4 mRNA levels in cell lines derived from 30 tumor types assessed
using the Cancer Cell Line Encyclopedia (CCLE). Bars indicate the median expression per tumor type. B SMARCA4 mRNA levels in LUAD and SCLC
specimens retrieved from Quintanal Villalonga et al. [27]. Student’s two-tailed unpaired t test. **p <0.01. C Spearman correlation of SYR, CHGA,
INSMT, YAPT and REST with SMARCA4 mRNA levels in Rudin et al. and George et al. databases and CCLE[25, 26]. D SMARCA4 mRNA expression

in low and high NE SCLC tumors in cell lines (CCLE) and clinical specimens (Rudin et al. and George et al.) [25, 26]. One-way ANOVA test followed
by Bonferroni post-hoc test. ****p < 0.0001, ***p < 0.001, **p <0.01. E Western blotting of ASCL1, NEUROD1, SYP and CHGA in isogenic cell lines
derived from H82 and H146 expressing different combinations of shRNAs against SMARCA4 and/or SMARCAZ. Expression of shRNAs from E

was conditional of doxycycline treatment. Protein collection and blotting was performed after 14 days of doxycycline treatment. See also Fig. S1
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Fig. 2 SMARCA4 inhibition suppresses the NE phenotype in SCLC. A Hockey-stick plots of DEGs in FHD-286-treated cells after 14 days (100 nM)
versus control, untreated cells. (See Table S1). B Dot plots showing negative enrichment in selected neuronal and NE pathways analyzed by GSEA
in RNAseq data from H82 and H146 cell lines treated with FHD-286 versus untreated. (See Table S1). C GSEA applying Zhang et al. NE gene signature
[28] in H82 cell line treated with FHD-286 versus untreated. D Heatmaps showing the most significant confident targets (top 25 with TPMs > 2)

of NEUROD1 (left) and ASCL1 (right) [7], in H82 (left) and H146 (right) bulk RNAseq (FHD-286 treated vs untreated). E Log, fold change of Hippo
pathway genes from data in A. Student’s two-tailed unpaired t test. ***p <0.001, **p <0.01. The mean + SD is shown. F Log, fold change of NOTCH
pathway genes from data in A. Student’s two-tailed unpaired t test. ***p < 0.001, *p < 0.05. The mean +SD is shown. G Western blotting of H524
(SCLC-N), H82 (SCLC-N), HCC33 (SCLC-N), H69 (SCLC-A), SHP77 (SCLC-A) and H146 (SCLC-A) cells after treatment with 100 nM of FHD-286 for 7
and 14 days. H t-SNE of Zhang NE signature and SMARCA4 levels applied to public scRNAseq data of 4 myc-driven murine (RPM) tumors [6]. |
Scoring for Zhang NE signature and SMARCA4 projected in a pseudotime trajectory from early to late time points in a tumor from a Myc-driven
murine SCLC model showing subtype plasticity [6]. See also Figs. S2, 53 and Table S1
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Fig. 3 SMARCA4 inactivation alters chromatin accessibility in NE-high SCLC. A Heatmap showing ATACseq chromatin accessibility changes
(FDR:0.01, FC>1.5) in H82 and H146 cells after treatment with FHD-286 (100 nM, 14 days). B Enrichment of neuronal and NE HOMER transcription
factor-binding DNA motifs in ATAC-seq peaks lost after treatment with FHD-286 (100 nM, 14 days). The percentage indicates the amount of target
sequences with motif. C Genomic localization of lost and gained accessible sites upon FHD-286 treatment in H82 and H146 cells. D ATACseq
genome tracks of NEUROD1, SYP and CHGA in H82 and H146 cells after treatment with FHD-286. Peaks with a significant reduction in chromatin
accessibility are indicated with arrows. E Enrich analysis applied to all genes with lost sites (across all gene body) following FHD-286 treatment. Top
10 GO Biological processes enriched are shown. See also Fig. S4



Redin et al. Journal of Hematology & Oncology (2024) 17:89

A genes

-3.0 TSS TES

Pooled

N inim" Lx95  Lx276  Lx76lc  Lx891
=

=z B
z
3 £ g
H : i
3 - E
: :
TSS §ISS’ TSS §iSS; TSS

—————
0 022 0 150 0.7 0 0.6 0 " 0.6

Peaks at proximal promoter region (<1kb)

25+
204

s Lx95 SFOXA2

4 Lx276 «SYP
15__ INsmte o ©DL3

* Lx761c CcHeB
+ Lx891 o
10+ ASCL1,

. NEUROD1 /ASC!
. O A
SYP ASCL1 NS
pe \INSM‘G ®GRP
VT L

| FOX2 T RelRoD!
CHGB N\ Foxat” | 5

®CHGA

Fold enrichment

O T T T i ’_|
0 10 20 30 40 80

-Log,, (p value)

GO Biological process 2023

Cell Morphogenesis Involved In Neuron Differentiation
Neuron Development

Synaptic Vesicle Recycling

Axonogenesis

Plasma Membrane Bounded Cell Projection Organization
Axon Guidance

G0:0048667
G0:0048666
G0:0036465
G0:0007409
G0:0120036
G0:0007411

ASCL1

Page 5 of 10

NEUROD1

= Input

— LX276
LX761C
LX891

—— LX95

LX95 LX891 LX761C LX276 Input

)

-3.0 TSS

ASCL1

'
TES 3.0kb -3.0 TSS

Neuron projection morphogenesis (GO:0048812)

Neuron projection development (GO:0031175)

Neuron differentiation (GO:0030182)

Neuron development (GO:0048666)

Neurogenesis (GO:0022008)

Generation of neurons (GO:0048699)

NEUROD1

Lx891-22.08%
Lx761¢+20.13%

8
6
4
2
TES 3.0kb
NEUROD1
° . ° [ ]
- log1g(pvalue)
[ J o [ J [ J
30
20
e o 0o O ©
) o [ o Count
@ 500
@ s
® 0 o . @ 1w
‘ 1200
e o6 o O
Lx276 Lx761cLx891 Lx95
ASCL1 FOXA2

SOTCTEEE e T

Lx891-38.61%
Lx761c-37.23%

Lx891-28.18%
Lx761c-28.47%

G0:0043087
G0:0048568
G0:0007399
G0:0061469

Regulation Of GTPase Activity

Embryonic Organ Development

Nervous System Development

Regulation Of Type B Pancreatic Cell Proliferation

ORI

-Log,q (p value)

Lx276+ 26.55%
Lx95+ ns 17.56%

Lx276 43.73%
Lx95- ns37.37"

Lx276 26.75%
% Lx95 ns 9.64%

0 50 100150200250

-Logyq (p

value) -Log,o

0 50 100150200250

0 100200300400500

(p value) -Log,, (p value)

Fig. 4 SMARCA4 binds to neuronal and NE lineage TF genes in SCLC. A Heatmap and metaplot showingSMARCA4 binding profile determined

by ChIP-seq in 4 NE SCLC PDXs and a pooled input. The range under the map indicates the ChiIP-seq signal intensity. B Metaplots of ASCLT

and NEURODT in all PDXs and input. Heatmaps showing the binding of SMARCA4 to ASCL1 and NEUROD1 gene bodies. The range indicates

the normalized enrichment along the respective gene regions. C NE lineage TFs and gene promoter proximal regions (within 1 kb of TSS) bound

by SMARCA4 in NE SCLC PDXs. D Dot plot of Poly-Enrich analysis applied to SMARCA4 ChlIP-seq peaks. Fold enrichment refers to the fold increase

in the signal for a particular gene relative to the background signal. The counts refer to the number of genes detected in the ChiP-seq data that are
part of the indicated pathways. E Enrich analysis of 617 consensus genes selected by combining RNAseq from Fig. 2 and ChIP-seq data. See also Fig.
S5E. F Enrichment analysis of TF-binding motifs in the SMARCA4 ChiP-seq data identified with HOMER. See also Figs. S5, S6 and Table S3
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(See figure on next page.)

Fig. 5 SMARCA4 regulates SRRM4 expression to control splicing and activation of REST. A Venn diagram of ASCLT and NEUROD1 published binding
targets from Borromeo et al. [7] overlapping with genes downregulated by FHD-286 in H146 and H82 cells. B Western blots of H82 and H146 cells
treated with FHD-286 for 14 days. C Metaplot of SMARCA4 ChIP-seq showing SMARCA4 binding to SRRM4 in 4 NE SCLC PDXs. Range indicates

the fold enrichment with respect the input. ChiP-seq genome tracks at SRRM4 TSS. Graphs were obtained from IGV. D Correlation of SMARCA4

and SRRM4 mRNA levels in SCLC patients' database. Spearman correlation. E Correlation analysis of SRRM4 and SMARCA4 in cancer cell lines retrieved
from CCLE. Cell lines with both high SMARCA4 and SRRM4 mRNA levels are highlighted. F Merged ATAC-seq tracks of H82 and H146 parentals

cells and FHD-286 treated cells (day 14) at SRRM4 gene locus visualized with IGV. G Graphical representation of REST genomic regions and spliced
isoforms with the binding location of the different primers used for PCR. H PCR analysis of REST splicing isoforms using two pairs of primers
(E2F1+E4R1 and ET1F1 4+ E4RT1) that span N3c. I RT-gPCR of REST4 isoforms (S3, 57, S12) in H82, H146 and H524 treated with FHD-286 (14 days)

versus untreated cells. The pair of primers E3N3c and E4R2 that recognizes all isoforms including exon N3c was used. Student’s two-tailed unpaired
ttest. ¥**p <0.001. The mean +SD is shown. J Enrich analysis applied to commonly and significantly downregulated genes in both H146 and H82
(n=904) cell lines identified in the bulk-RNAseq (Fig. 2). See also Fig. S7
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(See figure on next page.)

Fig. 6 SMARCA4/2 inhibition by FHD-286 induces ERBB signaling and sensitivity to afatinib in SCLC. A Proliferation curves of SCLC-A, -N, -P and -Y
SCLC cell lines treated with FHD-286 for 96 h. The mean + SD is shown. B Tumor growth of Lx151 and Lx95 SCLC PDXs implanted in NSG mice

and treated with 1.5 mg/kg BID p.o. of FHD-286. Student’s two-tailed unpaired t test. ***p <0.001. C IPA analysis on significantly upregulated genes
in FHD-286-treated cells versus control untreated cells. D Immunoblot of ERBB family proteins in H146 and H82 cells after treatment with 100 nM
of FHD-286 for 14 days. E Western blots of FHD-286 (100 nM) treated cells at the indicated times. F Synergy plots of FHD-286 and afatinib in NE
SCLC cell'lines. G Cell death quantification by flow cytometry at day 5 of H146 and H82 cells after treatment with FHD-286, afatinib or both. One
way ANOVA followed by Bonferroni comparison test. ***p <0.001, ****p <0.0001. H Normalized tumor growth of Lx1042 (SCLC-N), Lx1322 (SCLC-P),
[x151 (SCLC-A) and Lx95 (SCLC-A) relative to day 1 of treatment. Two-way ANOVA followed by Bonferroni comparison test. *p <0.05, **p <0.01,
**¥p<0.001. 1 Schematic representation of the role of SMARCA4 in sustaining the NE phenotype in SCLC
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