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enhancer RNAs for eRNA-targeted therapy

in breast cancer

Enhancer RNAs (eRNAs) are a class of non-coding RNA,
which play a critical role in tumor progression.” Previous
studies have indicated abundant CpG methylation, somatic
mutation, and copy number variation in eRNA regions in
cancers.”® We constructed a landscape of genetic alter-
ation-driven eRNAs and provided an integrative pipeline to
identify drug candidates that affect eRNA activity.
Furthermore, we explored the prognostic value of genetic
alteration-driven eRNAs.

In this study, we generated an integrative pipeline to
identify genetic alteration-driven eRNAs in BRCA (breast
cancer) by integrating somatic mutation, DNA methylation,
copy number variation, and TCeA (The Cancer eRNA Atlas,
https://bioinformatics.mdanderson.org/public-software/
tcea) eRNA expression data (Fig. 1; Fig. S1). We constructed
circular maps to obtain a global overview of 431 genetic
alteration-driven eRNAs in BRCA (Fig. 1A). Notably, six
eRNAs significantly overlapped with known BRCA enhancers
(P = 0.02; hypergeometric test; Fig. 1B). For example,
eRNA (chr20:46700957—46701130) is a known risk factor for
BRCA, and its known target SULF2 showed significant up-
regulation and positive correlation with two eRNAs
(chr10:9115735—9116358 and chr10:8903701—8904023)
that are transcribed from the same super-enhancer region
positively correlated with their target gene GATA3. Three
eRNAs showed copy number amplification and up-regulated
expression in BRCA (Fig. 1C). eRNAs could induce oncogenes
expression and may be considered potential anticancer
drug targets.”* We generated an integrative pipeline to
identify candidate small molecules that can affect genetic
alteration-driven eRNA activity. In total, there were 1139
predicted drug—eRNA pairs involving 234 eRNAs and 343
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drugs (Fig. 1D). Specifically, there were 443 predicted
activating drug—eRNA pairs and 696 inhibiting drug—eRNA
pairs. Most of the shortest path length values of the pre-
dicted drug—eRNA pairs were 2, which means that our
predictions were not random and that the predicted drugs
might disrupt eRNAs by targeting regulatory or interacting
cofactors (Fig. S2, 3).

To characterize the prognostic value of genetic alter-
ation-driven eRNAs in BRCA, we analyzed the expression of
431 genetic alteration-driven eRNAs in 1094 patients (Table
S1). Univariate Cox proportional hazards analysis showed
that age, HER2 status, TNM stage, AJCC pathological stage,
and six genetic alteration-driven eRNAs were significantly
associated with overall survival (Table S2). We performed a
multivariate Cox proportional hazards model analysis on the
expression of the six eRNAs in relation to clinical parame-
ters. We identified three eRNAs as independent risk factors
for BRCA prognosis (Fig. S4A and Table S3). The
Kaplan—Meier survival curve showed that higher expression
of two eRNAs (chr10:3848037—3849536 and chr8:116990613-
116990894) and lower expression of one eRNA
(chr6:118759105-118759218) were associated with poorer
prognosis (log-rank test, Fig. 1E). Furthermore, we charac-
terized the prognostic value of copy number variations of
eRNAs. We identified two eRNAs (chr10:3848037—3849536
and chr8:116990613-116990894) whose copy number ampli-
fications were significantly associated with a poor prognosis
(log-rank test; Fig. 1F). For example, copy number variation-
driven eRNA (chr10:3848037—3849536) showed significantly
up-regulated expression and copy number amplification in
BRCA (Fig. S4B, C), which is located in a genomic region
marked by the up-regulated signals of DNase-seq and
H3K4me3 signals in MCF7 as compared with normal cell line
(Fig. S5A, B). Using H3K27ac ChIP-seq data (GSE190163)
treated with CREBBP/EP300 inhibitors, we found a

2352-3042/© 2023 The Authors. Publishing services by Elsevier B.V. on behalf of KeAi Communications Co., Ltd. This is an open access
article under the CC BY license (http://creativecommons.org/licenses/by/4.0/).


https://bioinformatics.mdanderson.org/public-software/tcea
https://bioinformatics.mdanderson.org/public-software/tcea
http://crossmark.crossref.org/dialog/?doi=10.1016/j.gendis.2023.101124&domain=pdf
www.sciencedirect.com/science/journal/23523042
http://www.keaipublishing.com/en/journals/genes-diseases
https://doi.org/10.1016/j.gendis.2023.101124
https://doi.org/10.1016/j.gendis.2023.101124
http://creativecommons.org/licenses/by/4.0/

2 Rapid Communication

B D o Identify eRNA-Drug pairs 90ptimize eRNA-Drug pairs
DiseaseEnhancer BRCA_eRNAs z::?(; g;gg;g?ssggzggssa ™N
P chr10:9115735-9116358 HINT
chr20:46620819-46621265 Z
genetic alteration-driven eRNAs, chr20:46700957-46701130 ] e
chr20:46704624-46705027 mkﬁ"u )
o i e
C eRNAs copy number gene expression C) RUG BAN
chr10:9115735-9116358  chr20:46700957-4670113  GATA3 SULF2
¢chr10:8903701-8904023 T 1
©
£ E—
S . . - eRNA-Gene correlation m Wi "‘{'!‘; Hmh,.
} i

aw +*+5 g“‘\
- & *’*;u ;+ i
A ‘ j
Fl\H

..h"m*

|ml“""l‘

Primary Tumor

(R

—;nulalglor} W i
- Amplication
— Deletion s w ",ulmm«nu !h'
Hypermethylation f 'h
— Hypomethylation . i 4
— — hil *
A — o @ B G
p / iy
E  chr10:3848037-3849536  chrs:116990613-116990894 chr6:118759105-118759218 G & cvap > p |“,.u|mll"'"‘m|u[“,|
1 q i
_ # highs Low B highll Low Bhigrll Low Drug Pertubation Gene Rank List M W‘} ,} ?’ tu [’h‘
g 95‘ bt
20'75 tretingin I !'”? ,“f?ﬁ"vli * y ‘H#
] . ) (i ﬁ { i
=050 rottlerin l)' ) + ¢ +
g GPRCBA / l + H#” ﬁ 4
5025| p=0,043 P=0.029 LeNg RGS4 f ‘h 4!
03110 'I ||,""|1 x uml"""”
o g 8 risperidone il
C 4 ©& 12 16 2 0 4 6 12 1 2 0 4 8 12 1 2 chr10:3848087-3849536 Drug-eRNA network
% Time in years Time in years Time in years (Nlﬂ(a .Drug
5 546 142 38 5 4 14 369 112 41 5 1 0 250 88 34 8 4 1 SPP! 5 23 Mutation eRNA
é 547 190 67 14 7 5 724 220 64 14 10 6 843 244 71 M 7 5 .Up-regulated eRNA
2 wort@Binnin ENt cOL1A1 @Dovn-regulated eRNA
F Hypermethylated eRNA
CNA of eRNA CNA of eRNA CNA of eRNA
(chr10:3848037-3849536) (chr8:116990613-116990894)  (chr6:118759105-118759218) valproic acid - .' eBNA
— 100 ® high® Low ® highs Low whighs Low GSEA analysis .zopy num:r :";p:mca"::‘iRNA
© opy number deletion ef
'gws - J \.
H drug_name | NES | PL RI
Fos0 wortmannin | -2.108 | 2 |-2108.19
1] tretinoin 1957 | 2 |-1956.68 1
Oo2s : P=0.020 _ valproic acid | -1.825 [ 2 [-1825.26
: risperidone | -1.821 | 2 |-1821.31 . .
0.00d L l i » -
& 0 2000 4000 6000 8000 g 2000 4,000 6,000 8000 O 2000 4,000 6,000 8000 rottlerin 1.809 2 1809.18
2 Time in days Time in days Time in days J L
§ 539 341 63 " 3 540 350 | 1" 9 542 338 65 10 1 2 .
S50 30 65 16 9 530 341 57 16 3 537 353 6 17 1 Disrupt enhancer activity Restore enhancer activity
:
H wortmannin tretinoin valproic acid | chr10:3848037-3849536 chr10:3848037-3849536  chr10:3848037-3849536
2 60 i and COL1A1 and FN1 and SPP1
8 NES =-2.108 = - : . 5
3-0.1 NES =-1.957 NES =-1.825 | g -
e B c
g_g;g R < 0.0001) B 10000 ., B -
E o 5 cor=0.542 - ¢ cor=0.6 8 cor=0.421
IS 5 300¢
£-05 3 s Rt g
| UV z PP SRR G 2
" e . iy i 15000 - z . o =
2 |upregulate 8| upregulated 8 9 100 g‘“x, -
S 2.5|upregulated _ . i
S5 downregulated g downregulated B downregulated 0 = s 0 = i
5000 10000 15000 5000 10000 15000 5000 10000 15000 0.00 025 050 0.75 0.00 025 050 0.75 0.00 025 050 075
Rank in Ordered Dataset Rank in Ordered Dataset Rank in Ordered Dataset FPKM value FPKM value FPKM value

J K ;SPP; \ ITGA3ITGA5 ITGAY ITGB1ITGA2B
A R A R = [ Aa R B R A

ECM-receptor mteractlon

£
S
=
--»( Cell proliferation
Leukocytes proteins 5
£
S
=4
=
19
Cytoadhesin E
a
Amplification/ Deletion/
L ion || F ‘Copy number @) Drug 2% DNA ion g L { - D gulation

—
6§ 120 17§ 120

195

Figure 1  Genetic alteration-driven eRNAs in breast cancer. (A) A landscape of eRNAs with differential genetic alterations in
breast cancer. The circular map consists of four circles. From the outermost circle map to the innermost circle map represents
differential methylation, copy number variation, and mutation sites in the eRNA region. The positions of peaks in the innermost
circle correspond to the differential expression of eRNAs, and the height of the peaks at eRNA is proportional to the differential
expression level. (B) Overlapping of genetic alteration-driven eRNAs in breast cancer with known breast cancer enhancers from
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significant decrease in the H3K27ac signal in the eRNA region
(chr10:3848037—3849536) (Fig. S5C). A decreased H3K27ac
signal was demonstrated to inhibit the growth of breast
cancer cells in our previous study.’ Previous studies
confirmed that down-regulation of the target genes SPP1,
COL1AT1, and FN1 of the eRNA (chr10:3848037—3849536) can
inhibit the proliferation and invasion of cancer cells.

We applied our integrated approach to identify candi-
date small molecules that are predicted to inhibit the ac-
tivity of the eRNAs. Five drugs were identified as the
candidate small molecules for prognostic eRNA
(chr10:3848037—3849536; Fig. 1G). GSEA analysis showed
that co-expressed genes of the eRNA tended to be down-
regulated after drug perturbation (Fig. 1H; Fig. S5D).
Wortmannin was the top-ranked candidate drug for inhib-
iting the eRNA, with the shortest path length value and the
highest prediction score. Wortmannin, a PI3K inhibitor,
could decrease the expression of PI3K and its upstream
regulator SPP1. We found that wortmannin significantly
inhibited the expression of eRNA co-expressed genes
COL1AT1 (fold change = 0.84) and FN1 (fold change = 0.75)
using CMap data (Fig. S5E). Previous studies found that
wortmannin was able to inhibit SPP1 expression, thereby
inhibiting cell proliferation in a variety of cancers.
Tretinoin was the second top-ranked candidate drug for
inhibiting eRNA. It could influence the eRNA co-expressed
genes LCN1 and GPRC5A, thereby decreasing the expression
of LCN1 and GPRC5A (Fig. S5E, F). Valproic acid was the
third top-ranked candidate drug for inhibiting eRNA by
influencing the interaction between its co-expressed genes
COL1A1 and FN1 (Fig. 11). Based on CMap data, we found
that valproic acid could significantly reduce the expression
of FN1 (fold change = 0.73; Fig. S5E). The expression of
COL1A1 and FN1 genes has been reported to significantly
reduce in valproic acid-treated tissues. Co-expressed genes
of eRNA (chr10:3848037—-3849536), including extracellular
matrix components SPP1, COL1A1, and FN1, were signifi-
cantly up-regulated in BRCA patients (Fig. 1J, K). Extra-
cellular matrix components, receptors, and associated
signaling molecules, including FN1, SPP1, COL1A1, ITGA3,
ITGA4, ITGA7, ITGB1, ITGB3, AKT1, and PTEN, were

significantly dysregulated in BRCA (Fig. 1K). AKT1 was up-
regulated and PTEN was down-regulated, and down-regu-
lation of PTEN could favor increased expression of AKT,
thereby promoting cell proliferation. To investigate the
significance of eRNAs on specific subtypes of breast cancer,
we compared the expression profiles of prognostic eRNAs
and their target genes among the four breast cancer sub-
types (LumA, LumB, HER2, and Basal-like). We observed a
subtype-specific expression pattern of prognostic eRNAs in
breast cancer. For example, the eRNA
(chr10:3848037—3849536) was specifically highly expressed
in the HER2-enriched breast subtype and its target genes
were significantly enriched in the highly expressed genes of
the HER2 subtype (Fig. S6A, B). Moreover, the expression of
eRNA (chr10:3848037—3849536) in the HER2 subtype could
distinguish high- and low-risk patients with different prog-
noses (P = 0.04; Fig. S6C). Furthermore, we found that
wortmannin, risperidone, and rottlerin could significantly
inhibit subtype-specific target genes of the eRNA
(chr10:3848037—3849536) in all the four breast cancer
subtypes, whereas tretinoin and valproic acid were only
effective in Basal-like, LumA, and LumB subtypes
(Fig. S6D). Wortmannin has been reported to inhibit gene
expression in various subtypes of breast cancer, thereby
inhibiting proliferation. Altogether, up-regulation of eRNA
(chr10:3848037—3849536) could increase the expression of
extracellular matrix components and activate the PI3K/Akt
signaling transduction, thereby promoting the tumorigenic
phenotype. We predicted wortmannin and valproic acid as
potential anticancer drugs for blocking the activity of eRNA
by targeting the main components of the extracellular
matrix, including SPP1, COL1A1, and FN1. Our findings
indicate these copy number variation-driven eRNAs could
be used as predictive biomarkers or as potential targets in
BRCA.
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