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Abstract: Abnormal long non-coding RNAs (IncRNAs) expression has been documented to have
oncogene or tumor suppressor functions in the development and progression of cancer, emerging
as promising independent biomarkers for molecular cancer stratification and patients” prognosis.
Examining the relationship between IncRNAs and the survival rates in malignancies creates new
scenarios for precision medicine and targeted therapy. Breast cancer (BRCA) is a heterogeneous
malignancy. Despite advances in its molecular classification, there are still gaps to explain in its
multifaceted presentations and a substantial lack of biomarkers that can better predict patients’
prognosis in response to different therapeutic strategies. Here, we performed a re-analysis of gene
expression data generated using cDNA microarrays in a previous study of our group, aiming
to identify differentially expressed IncRNAs (DELncRNAs) with a potential predictive value for
response to treatment with taxanes in breast cancer patients. Results revealed 157 DELncRNAs
(90 up- and 67 down-regulated). We validated these new biomarkers as having prognostic and
predictive value for breast cancer using in silico analysis in public databases. Data from TCGA
showed that compared to normal tissue, MIAT was up-regulated, while KCNQ1OT1, LOC100270804,
and FLJ10038 were down-regulated in breast tumor tissues. KCNQ1OT1, LOC100270804, and
FLJ10038 median levels were found to be significantly higher in the luminal subtype. The ROC
plotter platform results showed that reduced expression of these three DEIncRNAs was associated
with breast cancer patients who did not respond to taxane treatment. Kaplan-Meier survival analysis
revealed that a lower expression of the selected IncRNAs was significantly associated with worse
relapse-free survival (RFS) in breast cancer patients. Further validation of the expression of these
DELncRNAs might be helpful to better tailor breast cancer prognosis and treatment.
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1. Introduction

Breast cancer (BRCA) is the most common malignant tumor in females and the second
leading cause of cancer-related death [1]. Although the treatment of BRCA has made great
progress in recent years, the prognosis remains poor, with a 5-year survival rate of less
than 60% in developing countries [2]. From a molecular perspective, breast cancer is a
heterogeneous disease composed of different subtypes associated with distinct clinical
prognoses. Studies in the early 2000s identified the different molecular subtypes of breast
cancer that are still used today in the clinic to define prognosis and therapies: luminal A,
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luminal B, HER2+, and basal-like [3,4]. Despite advances in breast cancer molecular
classification, there are still gaps to explain in the multifaceted presentations of breast
cancer and a substantial lack of biomarkers that can better predict patients” prognosis and
response to different therapeutic strategies.

Approximately 98% of the total cellular RNA content of human cells consists of non-
coding RNAs (ncRNAs) that can be classified into circular RNA (circRNA), small nuclear
RNA (snRNA), nucleolar RNA (snoRNA), PIWI interacting RNAs (piRNAs), miRNA and
IncRNA [5,6]. Long non-coding RNAs (IncRNAs) are defined as RNA transcripts with
more than 200 nucleotides which have no protein coding ability and are implicated as an
important epigenetic control of gene expression in a variety of biological processes [7].
Abnormal IncRNA expression patterns have also been reported in many malignancies,
supporting their potential as novel biomarkers for molecular cancer stratification, prognosis
and therapy response [8,9].

In recent years, studies addressing IncRNA in cancer have been gradually increasing,
as they can play a very important role in several cellular processes, such as control of
gene expression, through genetic and epigenetic mechanisms, chromatin remodeling,
post-transcriptional regulation, and translational control [10,11]. A growing number of
reports have documented that IncRNAs are abnormally expressed in several types of cancer,
including breast cancer.

Several studies have identified dysregulated IncRNA expression in BRCA acting as an
oncogenic (H19, UCA1, HOTAIR) [12-14], or exhibiting tumor suppressor functions (GASS5,
BC040587, FGF14-AS2) [15-17]. Clearly, molecular profiling is becoming a vital tool for
identifying predictive and prognostic markers for translational studies and personalized
treatments. However, these treatments cause adverse effects, generate resistance, and often
limit therapeutic success in patients with breast cancer [18]. An analysis using online tools
showed the association of IncRNAs and miRNAs in resistance to tamoxifen (IncRNAs
MALAT1 and CCAT2; miR-221, miR-222, miR-26a, miR29a, miR-29b) and trastuzumab
(IncRNA GAS5, miR-16 and miR-155) [19]. On the other hand, functional studies using
positive ER breast cancer cells have shown that the H19 IncRNA can confer paclitaxel
chemo-resistance by silencing the BIK gene [20]. However, to date, there is no consensus
on the identification of which IncRNAs expression patterns in primary BRCA are the best
signature for predicting prognostic and therapeutic responses.

The identification of IncRNAs as new biomarkers and therapeutic targets for breast
cancer is promising. Previously, using cDNA microarrays, we evaluated the expression
profiles of MCF7 breast cancer cells expressing different levels of PAR4 before and after
docetaxel exposure to identify differentially expressed genes potentially involved in PAR4-
mediated chemosensitivity to docetaxel [21]. In the present study, we performed a re-
analysis of that gene expression profile, aiming to identify differentially expressed IncRNAs
with a potential predictive value of response to taxanes treatment for breast cancer patients.
Using in silico data mining in publicly available databases such as TCGA, ROC Plotter,
and KM Plotter platform, we have identified four IncRNAs as potential new biomarkers
candidates for prognosis and predictive value for BRCA patients.

2. Materials and Methods

The studied IncRNAs were obtained from the list of differentially expressed genes
(DEG) from a previous study by our group (GSE81064) [21]. The IncRNAs were manually
selected among the total of 1622 up-regulated and 1308 down-regulated genes, excluding
all coding RNAs and pseudogenes from the list. Initially, all the 157 differentially expressed
IncRNAs (DELncRNAs; 90 up- and 67 down-regulated) were screened for differences in
expression profile between normal and tumor tissues and among the different intrinsic
breast cancer subtypes by using the UALCAN online tool (http:/ /ualcan.path.uab.edu/;
22 March 2021), containing the Cancer Genome Atlas (TCGA) expression data [22]. In addi-
tion, those IncRNA were tested for impact on 120 months prognosis in terms of overall (OS)
and recurrence-free survival (RFS) applying the Kaplan—-Meier plotter (www.kmplot.com;
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22 March 2021) [23]. Patients were stratified according to the best cut-off value for each
IncRNA with the validated Jet-set probes.

The relation of IncRNAs expression in predicting response to taxanes was also applied
for IncRNA screening by the Roc plotter tool (http:/ /www.rocplot.org/, 22 March 2021) [24].
Top up- and down-regulated selected genes with logFC > 2| were used as input on Net-
workAnalyst software [25], using second-order Network, Degree Filter > 1, and Sugiyama
visualization (Figure 1).
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Figure 1. Study workflow. IncRNAs were selected among the DEGs of previous work by our group
(GSE81064) using Fold change 2.0 (FC 2.0). The up- and down-regulated IncRNAs were initially
screened for differences in expression, impact on prognosis, and response to taxane treatment, using
the free online tools UALCAN, KMplotter, and ROC plotter, respectively. Then, the TCGA RNA
expression data of the selected IncRNAs were downloaded from the cBioPortal and analyzed for the
clinicopathological association.

After IncRNA selection, the TCGA expression data were downloaded from the cBio-
Portal for Cancer Genomics (https://www.cbioportal.org/; 22 March 2021) [26,27] and
aligned with the clinicopathological data and PAM50 RNA-seq based on patients’ bar-
codes obtained from the Xena portal (http://xena.ucsc.edu; 22 March 2021) [28] totalizing
960 cases. For the present study, the inclusion criteria were invasive ductal carcinoma
(IDC) patients and PAMS50 available classification. The analyses excluded those cases
with incompatibility between PAMS50 classification and immunohistochemical for estrogen
and progesterone receptor and, normal-like molecular subtype. In the end, a cohort of
715 patients was tested for association with clinicopathological data.

For the association between IncRNA expression and clinicopathological features, pa-
tients were categorized as low or high expression according to median IncRNA expression.
The data analyses were performed by using Pearson’s chi-square test or Fisher’s exact test,
as appropriate, and differences were considered statistically significant for p-values < 0.05
using the IBM SPSS Statistics (version 25.0; SPSS Inc., Chicago, IL, USA).
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3. Results
3.1. Abnormal Expression Patterns of Four IncRNAs in BRCA Subtypes

In the present study, to identify breast cancer associated IncRNAs, we performed
a re-analysis of the GSE81064 dataset obtained in a previous study from our group that
aimed to evaluate the effects of PAR4 (prostate apoptosis response 4) on the expression
profile of the MCEF7 breast cancer cells before and after treatment with docetaxel [21].
The results revealed 157 differentially expressed IncRNAs (DELncRNAs; 90 up- and 67
down-regulated) among a total of 2930 DEGs, of which 1622 were upregulated and 1308
were downregulated. We performed in silico data mining using available public databases
to investigate the potential value of the DELncRNAs as candidate biomarkers for BRCA.
First, all DELncRNAs identified were evaluated using KM Plotter [23] and ROC Plotter [24]
(Figure 1).

Thirteen of the 33 IncRNAs that have validated Jet-set probes in both KM Plotter
and ROC Plotter were selected to construct a IncRNA network, and 4 of them (MIAT,
KCNQ10T1, LOC100270804, and FLJ10038) were highlighted as good candidate biomark-
ers for BRCA.

Using the UALCAN website (http:/ /ualcan.path.uab.edu/analysis.html; 22 March 2021),
we evaluated the expression pattern of MIAT, KCNQ1OT1, LOC100270804, and FLJ10038
in normal vs. BRCA tissue and among the different BRCA subtypes (luminal, HER2+,
and TNBC). Results showed that the MIAT levels were higher in BRCA tissue compared
to normal samples (Figure 2a), and the levels of KCNQ1OT1 (Figure 3a), LOC100270804
(Figure 4a), and FL]J10038 (Figure 5a) were lower in BRCA tissues compared to normal
samples. MIAT levels showed a trend to be higher in the luminal breast cancer subtype,
and KCNQ1OT1 (luminal vs. HER2+, p = 2.41 x 10~2; luminal vs. TNBC, p = 0.05),
LOC100270804 (luminal vs. HER2+, p =2.79 X 10~2; luminal vs. TNBC, p =516 x 1073),
and FLJ10038 (luminal vs. HER2+, p = 2.17 X 10~7; luminal vs. TNBC, p =447 x 10712)
median levels were found to be significantly higher in the luminal subtype.
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Figure 2. MIAT IncRNA expression in breast cancer patients and association with taxane treatment response and prognosis
Expression of MIAT IncRNA in breast cancer compared to normal breast tissue (a) and among different breast intrinsic
subtypes using the UALCAN database containing TCGA data (b). (c) MIAT IncRNA expression in groups of responder and
non-responder breast cancer patients treated with taxane using the online platform ROCplot. (d-h) Kaplan-Meier curves
for relapse-free survival of breast cancer patients for all subtypes (d) or for each intrinsic subtype as luminal A (e), luminal
B (f), HER2 (g), and basal (h) grouped as high or low expression of MIAT according to the best cut-off value using the JetSet
best probe set at the KMplotter online tool. *** p < 0.001; MW—Mann-Whitney test.
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Figure 3. KCNQI1OT1 IncRNA expression in breast cancer patients and association with taxane treatment response and
prognosis. Expression of KCNQ1OT1 IncRNA in breast cancer compared to normal breast tissue (a) and among different
breast intrinsic subtypes using the UALCAN database containing TCGA data (b). (c) KCNQ1OT1 IncRNA expression in
groups of responder and non-responder breast cancer patients treated with taxane using the online platform ROCplot. (d-h)
Kaplan-Meier curves for relapse-free survival of breast cancer patients for all subtypes (d) or for each intrinsic subtype as
luminal A (e), luminal B (f), HER2 (g), and basal (h) grouped as high or low expression of KCNQ1OT1 according to the best
cut-off value using the JetSet best probe set at the KMplotter online tool. * p < 0.05,; MW—Mann-Whitney test.
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Figure 4. LOC100270804 IncRNA expression in breast cancer patients and association with taxane treatment response
and prognosis. Expression of LOC100270804 IncRNA in breast cancer comparing to normal breast tissue (a) and among
different breast intrinsic subtypes using the UALCAN database containing TCGA data (b). (¢) LOC100270804 IncRNA
expression in groups of responder and non-responder breast cancer patients treated with taxane using the online platform
ROCplot. (d-h) Kaplan-Meier curves for relapse-free survival of breast cancer patients for all subtypes (d) or for each
intrinsic subtype as luminal A (e), luminal B (f), HER2 (g) and basal (h) grouped as high or low expression of LOC100270804
according to the best cut-off value using the JetSet best probe set at the KMplotter online tool. ** p < 0.01, *** p < 0.001;

MW—Mann-Whitney

test.
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Figure 5. FL]J10038 IncRNA expression in breast cancer patients and association with taxane treatment response and
prognosis. Expression of FLJ10038 IncRNA in breast cancer compared to normal breast tissue (a) and among different
breast intrinsic subtypes using the UALCAN database containing TCGA data (b). (c) FLJ10038 IncRNA expression in
groups of responders and non-responder breast cancer patients treated with taxane using the online platform ROCplot.
(d-h) Kaplan—-Meier curves for relapse-free survival of breast cancer patients for all subtypes (d) or each intrinsic subtype as
luminal A (e), luminal B (f), HER2 (g), and basal (h) grouped as high or low expression of FLJ10038 according to the best
cut-off value using the JetSet best probe set at the KMplot online tool. *** p < 0.001,; MW—Mann-Whitney test.

3.2. IncRNAs Expression Patterns Have Impact on Patients Survival

The prognostic value of the selected DELncRNAs was evaluated using the KM Plotter
platform. Lower MIAT expression conferred highly significant worse relapse-free survival
(RFS) for BRCA patients, including all subtypes and also each intrinsic molecular subtype
(Figure 2d-h). The impact of low MIAT expression on prognosis was also observed regard-
ing overall survival (OS) of all breast cancer patients and the different intrinsic molecular
subtypes, except for HER2+ patients (Supplementary Figure S1). Low KCNQ1OT1 ex-
pression showed RFS predictive value for all BRCA patients with tumors of the different
molecular subtypes except for patients with HER2+ tumors. Conversely, high KCNQ10T1
expression showed a trend associated with short RFS (p = 0.062) and significantly asso-
ciated with short OS (p = 0.0061) in BRCA patients with tumors of the HER2+ subtype
(Figure 3d-h and Supplementary Figure 52).

The low expression of LOC100270804 was significantly associated with low rates of
RFS for all groups tested (Figure 4d-h, p < 0.01). However, for OS, the differences between
the survival curves did not reach significance only for patients with tumors of the luminal
B subtype (Supplementary Figure S3, p < 0.05).

Low expression of the IncRNA FLJ10038 was found to be associated with short rates
of RFS for all BRCA patients (p =2.3 x 10~7) and for those with tumors of the luminal A
(p = 4.6 x 107°) and basal-like subtypes (p = 0.039). For the HER2+ subtype, the higher
expression of FLJ10038 was associated with a poor prognosis (p = 0.044) (Figure 5e-h).
For OS, the low FLJ10038 expression negatively impacts all BRCA and luminal A patients’
prognosis (Supplementary Figure S4A, p = 0.041 and Supplementary Figure S4B, p = 0.043,
respectively). High expression of this IncRNA was associated with poor outcome for BRCA
patients with tumors of the HER2+ and basal-like subtypes (Supplementary Figure S4D,
p = 0.0097, and Supplementary Figure S4E, p = 0.034, respectively).

3.3. IncRNAs Expression Patterns Modulate BRCA Response to Taxane Treatment

To access the possible association between those IncRNA expressions and the re-
sponse to taxane treatment, we explored in silico data on the ROC plotter platform. The
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diminished expression of MIAT (AUC:0.627, p = 1.3 x 10~°), LOC100270804 (AUC:0.629,
p=2.1 x 107°), and FLJ10038 (AUC:0.588, p = 3.3 x 10~3) IncRNAs was associated with
absence of complete pathological response to taxane (Figures 2c, 3¢, 4c and 5c).

3.4. Specific IncRNAs Expression Pattern Is Associated with Negative ER and PR BRCA Tumors

We also tested if there would be an association among those IncRNA expressions and
clinicopathological features. As shown in Table 1, FLJ10038 expression displayed a strong
association with ER and PR status (p < 0.0001). ER (OR: 0.424, CI: 0.286-0.628) and PR (OR:
0.526, CI: 0.372-0.743) negative tumors presented a lower risk of expressing high levels of
FLJ10038. No other associations were found.

Table 1. Association of IncRNA expression with clinicopathological characteristics of primary ductal infiltrative breast
cancer patients (Cbio Portal —TCGA data).

MIAT KCNQI10T1 FLJ10038 LOC100270804
Characteristic ~ Category L . . . A
ow High g Low High _ Low High ~ Low High ~
n@%) n@ PYVAlve o n@y  PYalue e ney  PYalue  eh ) PrValue
2 144 94 92 93 155
Age (years) <50y 67 (3.1 0697  (151)  (148)  oeta 214D qu9  gga STGY (o4 0.534
105 332 212 25 214 23 355
250y (199  (533) (340)  (36.1) 343) (358 82(132) (57
Earl 125 412 270 267 265 272 05154 M1
Tumor Size Y @01)  (662) 0599  (434) (429 0174 @26)  (437) 0849 - (70.9) 0.637
) 63 36 49 44 68
late @5  (10.1) G.8) (7.9) 460 (7 1727 (109
oN 67 216 136 147 143 140 sen 20
Nodal status (11.0) (35.4) 0.900 (22.3) (24.1) 0.606 (23.4) (23.0) 0.639 (37.7) 0.752
N 76 251 164 163 159 168 505 269
P 125  @L1) 269)  (267) @61)  (275) : (44.1)
b . " 133 424 267 290 278 279 101 456
nf[istggtcaes?s p (23.3) (74.4) 1.000 (46.8) (50.9) 0.076 (48.8) (48.9) 0.779 (17.7) (80.0) 0.332
10 10 12
pM+ 305 1y 305 (g 7(12)  6(L1) 102 o
Earl 108 361 24 245 25 244 sz 3
Tumor Stage y (17.8) (59.6) 0.541 (37.5) (40.4) 0.323 (37.1) (40.3) 0.274 : (63.5) 0.632
35 102 72 65 64 110
late G8)  (168) aie)  (107) 73A20) 494 @5 459
. 41 99 67 73 49 108
ER status negative (6.9) (16.7) 0.093 113 (123) 0601 FI5H g3y g0 PGH 82 0.154
positive 101 351 225 227 199 253 sy
azy  (593) (380)  (383) (@36 (427 (63.0)
negative 56 144 90 110 119 81 B3 157
PR status 9.5) (24.4) 0.081 (15.3) (18.6) 0.118 (20.2) (13.7) <0.0001 (26.6) 0.232
positive 84 306 202 188 170 220 s 2
142)  (519) (G42)  (319) 288  (37.3) (54.6)
28 105 67 66 71 110
Menopausal  Pre G3)  97)  o4se (126 (24 ozs U0 aay 076 BEI g4 0905
atus ost 9% 304 194 206 194 206 71(133) 329
P 180)  (57.0) (364)  (286) (64)  (386) - (61.7)

Chi-square or Fisher’s exact test was used.

3.5. Selected IncRNAs Expression TF-Interactions Network

To screen the potential functional mechanism of the selected IncRNAs, a LncRNA-TF
network was constructed using the NetworkAnalyst 3.0 website (https:/ /www.networkanalyst.
ca/; 22 March 2021 [25]), which utilizes KEGG pathways in its analysis. TF-gene interaction
was analyzed using the ENCODE database [29]. As shown in Figure 6, several interesting
TF-interactions were found. Three of the 4 IncRNAs selected as good biomarker candidates,
MIAT, KCNQ1OT1, and FLJ10038, show interaction with transcription factors on the ER
signaling. MIAT shows interaction with SP1 and NCOR1. KCNQ1OT1 showed interactions
with SP1 and ZNF423. The FLJ10038 shows interaction with NCOR1 and ELK1. Kyoto
Encyclopedia of Genes and Genomes (KEGG) pathway analysis downloaded from the Net-
workAnalyst included 32 pathways significantly enriched (p < 0.05), the top 3 significant
pathways being transcriptional misregulation in cancer, TGF-f3 signaling pathway, and
Huntington’s disease.
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Figure 6. Networks of TF-IncRNAs interaction created by the NetworkAnalyst website. The IncRNA
are represented as red circles, and coding mRNAs, as blue diamonds.) The nodes represent functions
and edges are determined by the overlap ratio between genes associated with the two functions.

4. Discussion

Breast cancer (BRCA) remains the most prevalent neoplasia and the leading cause
of cancer deaths in women worldwide [30]. Despite the progress on BRCA molecular
classification, the major challenge in breast cancer care is still the identification of reliable
biomarkers to determine early diagnosis, prognosis, and therapeutic response. A grow-
ing number of reports demonstrate that IncRNAs play important roles in breast cancer
physiopathology and progression of breast cancer, pointing out their potential as novel
molecular biomarkers for BRCA [31,32]). The present study re-evaluated the microarray
dataset GSE81064 to identify IncRNA possibly associated with BRCA progression and
taxanes response. We found 157 differently expressed IncRNAs (90 up-regulated and 67
down-regulated, that were manually annotated. Furthermore, after conducting data min-
ing in silico using public databases, the results of our study pointed to 4 IncRNAs, MIAT,
KCNQ10T1, LOC100270804, and FLJ10038, with good potential as candidate biomarkers
for breast cancer.

The prognostic value of the selected IncRNAs was explored using the KM Plotter plat-
form. We found low expression of the IncRNA MIAT was associated with poor prognosis in
all breast cancer subtypes. In addition, we found MIAT low expression associated with pa-
tients that do not respond to taxanes treatment. The IncRNA MIAT (myocardial infarction
associated transcript) was first described as associated with susceptibility to myocardial
infarction [33]. We found few reports in the literature addressing the role of MIAT in
breast cancer. Up-regulation of MIAT has been found in breast cancer cell lines and breast
tumor samples compared to the normal breast tissue [34-36]. Li et al. (2020) evaluated
the expression of MIAT breast cancer cases and found that its expression was associated
with poor prognosis [37]. They also provided experimental evidence for the mechanism by
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which MIAT influences the progression of BRCA, showing that MIAT overexpressed in
breast cancer cells promotes invasion, migration, and DLG3 promoter methylation. Knock-
down of MIAT inhibited breast cancer cell proliferation, migration, invasion, and EMT and
increased the rate of apoptosis in breast cancer cells [34-36]. Furthermore, down regulation
of MIAT decreased tumor growth and delayed tumor formation in vivo, suggesting that
MIAT might promote breast cancer malignant progression [34,37]. Contrary to our results,
taken together, these findings suggest that MIAT functions as an oncogene and highlight
that further clinical and experimental studies are required to define better the role and
potential prognostic value of MIAT expression in BRCA. MIAT expression was found up-
regulated in ER-positive breast cancer cell line MCF-7 as compared to ER-negative breast
cancer cell line MDA-MB-231 and was induced by estrogen in a dose- and time-dependent
fashion via ER in the MCF-7 cells [38]. Here, we found that MIAT expression was higher in
breast tumors of the luminal subtype compared to the other subtypes. We also found that
MIAT low expression confers poor prognosis for BRCA patients of the luminal subtype
(luminal A and luminal B). Interestingly, we generated a TF-interaction network (Network
Analyst website) and found that MIAT interacts with NCOR1 and SP1, which are important
components of the machinery involved in ER mechanism of action [39—-41]. (These findings
on the connection of MIAT to the mechanism of ER action could suggest that its expression
might impact endocrine therapy resistance and need to be further explored.

IncRNA KCNQ10T1 is located in the chromosomal region 11p15.5, which is rich in
epigenetically regulated genes and expressed preferentially from a parental chromosome.
The main function of the IncRNA KCNQ10T1 is to regulate the expression of the KCNQ1
gene (potassium voltage-gated channel subfamily Q member 1) through interaction with
chromatin, in addition to the transcriptional regulation of 8 target maternally expressed
genes [42]. This IncRNA has been described as an oncogene in different types of tumors.
The increase in its expression has been correlated with a worse prognosis in non-small
cell lung tumors (NSCLC) [43]. In addition, a direct relationship between the increase in
KCNQ10T1 and the proliferation and migration of bladder carcinoma cells was observed
through the modulation of mir-145-5p/PCBP2 [44]. In SKBR3 breast cancer lineage, silenc-
ing of KCNQ10T1 showed an association with reduced proliferation, migration, invasion
and epithelial-mesenchymal transition, and induction of apoptosis. In breast tumors, Feng
etal. (2018) showed that the expression of KCNQ1OT1 was much higher in cancerous breast
tissues (n = 18) than in normal adjacent breast tissues and that the increase in KCNQ10T1
showed an association with the advanced tumor stage (III/IV) [45]. Our analysis of the
TCGA data showed a reduction in IncRNA KCNQ10T1 in breast tumors compared to
normal tissue. We have to emphasize that TCGA has a large cohort of breast tumors; how-
ever, the normal tissues were not matched by tumor tissue of the same patient. However,
when we stratified the analyses, considering breast tumor subtypes, IncRNA KCNQ10T1
was more expressed in luminal and basal subtype tumors. The relationship with survival
showed that patients with tumors of luminal subtype A, luminal B, and basal with low
expression of KCNQ10T1 have lower RFS, while high expression of KCNQ10T1 in patients
with tumors of subtype HER2+ was associated with short overall survival. This increase
in KCNQ10T1 expression has also been described in triple-negative tumors in relation to
adjacent normal tissue. In addition, the increase in KCNQ10T1 was associated with a de-
crease in PTEN in strains leading to the development of TNBC [46]. Rodriguez et al. (2011)
showed that the treatment of MCF7 cells with E2 induced the expression of KCNQ10T1,
suggesting an expression control mediated by the estrogen signaling pathway [47]. In
the TF-interaction network, we found that KCNQ1OT1 shows interactions with SP1 and
ZNF423. Both ER « and ER {3 are able to interact with the Sp1 protein to transactivate
target genes through a pathway for hormone activation of genes in which the receptor does
not directly bind DNA but plays an important role in transcriptional activation of multiple
growth regulatory genes in breast cancer cells [39]. ZNF423 is a zinc finger transcription fac-
tor related to the E2-dependent induction of BRCA1 [48] and an intronic single nucleotide
polymorphism (SNP) in ZNF423, rs9940645, determines tamoxifen response [44,49]. These
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findings provide new insights into the connection between KCNQ1OT1 and the estrogen
signaling pathways that need further investigation.

We also identified two novel breast cancer-associated IncRNAs, whose expression
pattern showed the potential to be promising candidate biomarkers for BRCA. The IncR-
NAs FLJ10038 (GABPB1-IT1) and LOC100270804 (LINCO00653) were significantly down-
regulated in breast tumor samples as compared to normal samples in the TGCA dataset.
Low levels of LOC100270804 were associated with short RFS for breast cancer patients
with all intrinsic subtypes. Low expression of the FLJ10038 confers short RFS rates, espe-
cially for breast cancer patients with tumors of the luminal A subtype. For FL]J10038 and
LOC100270804, high expression showed potential predictive value for taxane treatment
response (ROC Plotter dataset). Xie J et al. (2019) showed that GABPB1-IT1 expression was
significantly downregulated in lung cancer [50]. Its expression was lower in high-grade
NSCLC samples than low-grade NSCLC samples. They also found that low GABPB1-IT1
expression levels were associated with poor survival of patients with NSCLC. So far, we
have not identified any other reports in the literature assessing the functional role or pre-
dictive value of these two IncRNAs in breast cancer or other cancers. The current study
is the first to provide insights into FLJ10038 and LOC100270804 as potential candidate
biomarkers for BRCA. However, more clinical and experimental studies are needed to
evaluate the functional role of these IncRNAs and their feasibility as a biomarker for breast
cancer patients.

5. Conclusions

In conclusion, based on the re-analysis of previous microarray datasets from our
group and in silico analysis, our findings provide new insights on the involvement of
IncRNAs MIAT, KCNQ1OT1, LOC100270804, and FLJ10038 in the pathogenesis of BRCA.
Further clinical and experimental studies are required to delineate the functional role and
prognostic and predictive value of these IncRNAs in breast cancer.
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.3390/ genes12070996/s1, Supplementary Figure S1. Kaplan-Meier curves for long-term overall (OS)
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Kaplan-Meier curves for long-term overall (OS) of breast cancer patients stratified according to
KCNQ1OT1 IncRNA expression; Supplementary Figure S3. Kaplan-Meier curves for long-term
overall (OS) of breast cancer patients stratified according to LOC100270804 IncRNA expression;
Supplementary Figure S4. Kaplan-Meier curves for long-term overall (OS) of breast cancer patients
stratified according to FLJ10038 IncRNA expression.
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