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Abstract 

Background Our recent studies have demonstrated the crucial involvement of FOXA2 in the development of human 
pancreas. Reduction of FOXA2 expression during the differentiation of induced pluripotent stem cells (iPSCs) 
into pancreatic islets has been found to reduce α-and β-cell masses. However, the extent to which such changes are 
linked to alterations in the expression profile of long non-coding RNAs (lncRNAs) remains unraveled.

Methods Here, we employed our recently established FOXA2-deficient iPSCs (FOXA2−/− iPSCs) to investigate changes 
in lncRNA profiles and their correlation with dysregulated mRNAs during the pancreatic progenitor (PP) and pancre-
atic islet stages. Furthermore, we constructed co-expression networks linking significantly downregulated lncRNAs 
with differentially expressed pancreatic mRNAs.

Results Our results showed that 442 lncRNAs were downregulated, and 114 lncRNAs were upregulated in PPs lack-
ing FOXA2 compared to controls. Similarly, 177 lncRNAs were downregulated, and 59 lncRNAs were upregulated 
in islet cells lacking FOXA2 compared to controls. At both stages, we observed a strong correlation between lncRNAs 
and several crucial pancreatic genes and TFs during pancreatic differentiation. Correlation analysis revealed 12 DE-
lncRNAs that strongly correlated with key downregulated pancreatic genes in both PPs and islet cell stages. Selected 
DE-lncRNAs were validated using RT-qPCR.

Conclusions Our data indicate that the observed defects in pancreatic islet development due to the FOXA2 loss 
is associated with significant alterations in the expression profile of lncRNAs. Therefore, our findings provide novel 
insights into the role of lncRNA and mRNA networks in regulating pancreatic islet development, which warrants 
further investigations.
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Introduction
FOXA2 has distinct functions in various tissues. In 
pancreatic development, FOXA2 is expressed early on, 
starting from the endoderm stage, with its protein level 
increasing during endocrine specification [1, 2]. On the 
other hand, exocrine and ductal cell express FOXA2 at 
low levels [1]. We have recently reported that FOXA2 
plays critical roles in human pancreatic and hepatic 
development, using human induced pluripotent stem 
cells (iPSCs) [3, 4]. FOXA2 is known to regulate the 
expression of multiple transcription factors (TFs) that 
control pancreatic endocrine cell fate and insulin secre-
tion [5, 6]. Recent genomic studies have shown that 
FOXA2-bound enhancers in humans are associated 
with type 2 diabetes (T2D) risk alleles [7]. Additionally, 
a recent study reported a patient with diabetes caused 
by a heterozygous missense variant in FOXA2 [8]. These 
findings highlight the potential contribution of FOXA2 
defects to the development of diabetes and its crucial role 
in pancreatic endocrine differentiation.

Earlier studies have revealed that noncoding RNAs 
(ncRNAs) have regulatory roles both at the transcrip-
tional and posttranscriptional levels [9, 10]. The long 
ncRNAs (lncRNAs) and epigenetic modifications are a 
crucial part of the transcriptional mechanisms that con-
trol cell specification and development [11]. LncRNAs 
play a significant role in regulating the expression of tar-
get genes, making them essential epigenetic modulators 
in various cell types [12]. These lncRNAs are distributed 
in the genome in a way that allows them to co-regulate 
the targeted protein-coding regions they regulate [13–
15]. The cell-type specific expression pattern of lncR-
NAs suggests their potential role as mediators of lineage 
specification [16, 17]. Understanding the regulatory role 
of lncRNAs during pancreatic development is crucial in 
decoding the regulatory network controlling pancreatic 
islet development [18, 19]. Several specific lncRNAs in 
pancreatic islets have been mapped close to TFs that 
regulate pancreatic embryogenesis and β-cell devel-
opment. Over 1000 lncRNAs have been identified in 
human pancreatic islets through integrative epigenetic 
analysis, indicating their importance in the endocrine 
and β-cell differentiation program during pancreatic 
development [20]. Various TFs, such as PDX1, NKX6.1, 
NKX2.2, PAX6, and GATA6, that regulate pancre-
atic islet development have been identified to be regu-
lated by lncRNAs such as PLUTO, MALAT1, ROIT, 
Gm10451, HI-LNC15, Paupar, PAX6-AS, and GATA6-
AS [14, 21–27]. Given the lack of functional informa-
tion about lncRNAs, stage-specific analyses throughout 
development are essential [11], especially considering 
the identification of lncRNAs specific to α-and β-cells 
in human islets [28]. Differential expression of lncRNAs 

has been reported in mouse islets with both type 1 dia-
betes (T1D) and type 2 diabetes (T2D) [29, 30], as well 
as in the islets of patients with T2D [20, 22]. These find-
ings support the potential for lncRNAs to play a vital 
role in the development and functionality of pancreatic 
β-cells, and suggest that they may serve as biomarkers 
for early diagnosis, as has been reported in blood sam-
ples from T1D patients [31].

Previous studies have shown that FOXA2 expression 
is regulated by various lncRNAs, including lncRNA-NEF 
[32, 33], lncRNA-FTX [34], lncRNA-HOTAIR [35], and 
lncRNA-Falcor [36], with their overexpression leading 
to the activation of FOXA2 expression and their inhibi-
tion resulting in reduced FOXA2 expression. A previous 
study demonstrated that during human endoderm dif-
ferentiation, FOXA2 is activated by lncRNA DEANR1 
(LINC00261) [37], which has been shown to be essential 
for generation of insulin + cells from hESCs [38]. Inter-
estingly, a regulatory feedback loop has been identified 
between FOXA2 and its associated lncRNAs, with stud-
ies in lung tissue indicating that FOXA2 can either acti-
vate or repress its regulatory lncRNAs. FOXA2 binds to 
the promotor of lncRNA-Falcor, leading to its repression 
[36], while it activates the expression of lncRNA-NEF, a 
direct downstream target of FOXA2 [33]. The function 
of lncRNAs during pancreatic lineage specification is not 
fully understood. Our recent studies revealed that the 
expression of several genes involved in the development 
and function of pancreatic islet cells is dysregulated by 
FOXA2 deficiency [3, 39]. Therefore, in the current study, 
we used established FOXA2−/ −iPSC lines to investigate 
the effect of FOXA2 loss on the lncRNA profiles in the 
pancreatic progenitors (PPs) and pancreatic islets derived 
from hiPSCs.

Materials and methods
Differentiation of iPSCs into pancreatic progenitors 
and pancreatic islets
Two different FOXA2 knockout iPSC lines (FOXA2−/−iPSCs) 
recently established in our lab were used in this study [3]. 
Both FOXA2−/−iPSC lines and their isogenic controls (WT-
iPSCs), were differentiated into PPs and pancreatic islets 
using our modified stepwise differentiation protocol [3] as 
illustrated in Supplementary Fig. 1A.

RNA extraction and qPCR analysis
RNeasy Plus Mini Kit (QIAGEN) used for total RNA 
extraction following the manufacturer’s instructions. 
The RNA was reversely transcribed using superscript IV, 
First-Strand Synthesis System (Thermo Fisher Scientific). 
The quantity and integrity of RNA quantity were assessed 
using Agilent Bioanalyzer 2100 (Agilent Technologies). 
The sequences of selected lncRNA primers listed in 
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Supplementary Table  1. The amplification was detected 
using Quant Studio 7 system (Applied Biosystems) using 
GoTaq qPCR Master Mix (Promega) and GAPDH as an 
internal control. Fold change 2-ΔΔ Ct used to present the 
expression level of performed lncRNAs.

Total RNA library preparation and sequencing
RNA was extracted using Direct-zol RNA extraction kit 
(Zymo Research) from two biological replicates for each 
sample of cells at PPs and pancreatic islets stages of dif-
ferentiation. mRNA was captured from 1 μg of total RNA 
using NEBNext (Poly A) mRNA magnetic isolation kit 
(NEB, E7490) according to the manufacturer’s instruc-
tions. NEBNext ultra directional RNA library prep kit 
(NEB, E7420L) used to NEBNext ultra directional RNA 
library prep kit (NEB, E7420L) used to prepare RNA-seq 
libraries which is sequenced on an Illumina Hiseq 4000 
system. The initial processing of the raw data involved 
basic trimming and quality control, which was carried 
out using Illumina BCL2Fastq Conversion Software 
v2.20.

Total RNA‑Seq data and bioinformatics analysis
Pair-end FASTQ files were subsequently aligned to the 
GRCh38 reference genome using built-in module and 
default settings in CLC genomics workbench v21.0.5. 
Normalized expression data (TPM, transcript per mil-
lion) were then subjected to differential expression analy-
sis using twofold change (Log2 FC 1) and < 0.05 p-value 
cut-off. Transcripts with raw expression values < 1.0 TPM 
were excluded from the analysis. Differential expression 
analysis and hierarchical clustering were conducted using 
AltAnalyze v.2.1.3 as described before [40, 41].

Correlation analysis between lncRNA and differentially 
expressed genes (DEGs)
To construct networks between differentially expressed 
genes (DEGs) and corresponding DE-lncRNAs in the 
context of FOXA2 loss, we first identified the list of DEGs 
essential for PP development, and the corresponding DE-
lncRNAs using transcriptome analysis of iPSC-derived 
PPs (stage 4 of differentiation), and iPSC-derived pan-
creatic islets (stage 7 of differentiation) from FOXA2−/− 
iPSCs and WT controls. We subsequently assessed the 
relevance of identified networks to normal pancreatic 
cell development, by retrieving the mRNA and lncRNA 
expression data from 305 normal pancreatic tissue sam-
ples from the Genotype-Tissue Expression (GTEx) portal 
(https:// gtexp ortal. org/ home/). Correlation between the 
identified DE-lncRNAs-DEGs based on the in vitro iPSC-
derived PPs, and iPSC-derived pancreatic islets were 
subsequently validated in the GTEx pancreatic data-
set. Pearson correlation analysis was performed on the 

expression values of DE-lncRNA and DEG pairs using 
IBM SPSS statistics v26. We selected the co-expressed 
pairs (LncRNA-DEG) with a Pearson correlation coef-
ficient ≥ 0.3 to establish and draw the network using 
Cytoscape software (National Resource for Network Biol-
ogy), as described before [42, 43].

Statistical analysis
Statistical analysis was performed using unpaired two-
tailed student’s t-test by Prism 8 software, with data rep-
resented as mean ± standard deviation (SD).

Results
Generation of pancreatic progenitors and islets 
from FOXA2 –/– iPSCs and wild‑type iPSCs
To evaluate the influence of FOXA2 deficiency on 
lncRNA expression profiles in PPs and pancreatic islets, 
we differentiated FOXA2–/– iPSC lines into PPs and pan-
creatic islets following our previously described protocol 
[3] (Supplementary Fig. 1A). Lack of FOXA2 resulted in 
a significant decrease in the expression levels of the cru-
cial pancreatic progenitor markers, PDX1 and NKX6.1 
(Supplementary Fig. 1B), as recently reported in our pub-
lished article [3]. The absence of FOXA2 resulted in a 
substantial decrease in the expression levels of endocrine 
progenitor markers, including NGN3 and NKX2.2 (Sup-
plementary Fig.  1C). In addition, there was an almost 
complete loss of insulin (INS) and glucagon (GCG) 
expression indicating a reduction in the masses of β-cells 
and α-cells (Supplementary Fig. 1D). The complete loss of 
FOXA2 protein was confirmed through western blotting, 
as we previously reported [3, 39]. These findings validate 
our previously published results regarding the impact of 
FOXA2 absence on islet development [3, 39].

Characterization of lncRNA profiles in FOXA2 knockout 
iPSC‑derived pancreatic progenitors
To assess the impact of FOXA2 loss on the expres-
sion profile of lncRNAs in PPs, we conducted RNA-Seq 
analysis on FOXA2–/–PPs and WT-PPs. We identified 
a total of 826 DE-lncRNAs in FOXA2–/– PPs compared 
to WT-PPs, with 442 significantly downregulated (Log2 
FC <  − 1.0, p < 0.05) and 114 significantly upregulated 
(Log2 FC > 1.0, p < 0.05) DE-lncRNAs (Fig.  1A and  Sup-
plementary Table 2). Figure 1B presents the volcano plot 
of the DE-lncRNAs in FOXA2–/– PPs versus WT-PPs. 
The expression of the top 5 upregulated and top 5 down-
regulated lncRNA transcripts illustrated in Fig. 1C and D, 
with LINC02864 being the most significantly downregu-
lated and AL009031.1 being the most significantly upreg-
ulated lncRNA transcripts in FOXA2–/– PPs compared to 
WT-PPs.

https://gtexportal.org/home/
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Correlations between DE‑lncRNAs and DE‑mRNAs 
in iPSC‑derived pancreatic progenitors
Next, we sought to explore the potential function of the 
identified DE-lncRNAs in this study. To accomplish this, 
we conducted a correlation analysis to establish links 
between these DE-lncRNAs and selected DEGs (Supple-
mentary Table 3) that are known to be essential for PPs, 
as reported in our recent study [39]. Our analysis iden-
tified significant correlation between numerous DEGs 
and lncRNAs, based on the FOXA2–/–PPs and WT-PPs 
in  vitro models. To assess the relationship between the 
identified DEGs and lncRNAs from the in  vitro model 
in normal pancreatic cells, we subsequently obtained 
mRNA and lncRNA expression data from an online data-
base of 305 pancreatic tissues (https:// gtexp ortal. org/ 
home/). Our analysis revealed significant correlations 
between the downregulated DE-lncRNAs and key pan-
creatic genes that were also downregulated, based on the 
FOXA2–/–PPs and WT-PPs in vitro models. These genes 
include PDX1, NKX6.1, FOXA2, RFX6, GATA6, GATA4, 
PTF1A, NEUROD1, NKX2.2, INSM1, FEV, DALL4, 
CPA2, ONECUT1, MNX1, GLIS3, PROX1, TCF7L2, 
HES6, NR5A2, PCSK1, HNF4G, CHGA, CHGB, GP2, 
and GCK (Fig. 2A). DE-lncRNAs and DEGs with Pearson 
correlation coefficients > 0.3 were selected and the DE-
lncRNA-mRNA correlation network analysis in PPs was 
constructed (Fig.  2A). We excluded 191  downregulated 
DE-lncRNAs, with weak correlations (less than 0.3) to 
any of the selected DEGs. Out of the strongly correlated 
downregulated 195 DE-lncRNAs, 93  DE-lncRNAs were 
strongly correlated (> 0.3) with FOXA2 and were enlisted 
in Table 1 with their correlated genes (Fig. 2B). Further-
more, we identified 169, 155, 148, 133, 128, 127, 126, 
119, 117, and 110 DE-lncRNAs that strongly correlated 
with TCF7L2, GLIS3, PROX1, MNX1, PDX1, HNF1B, 
DALL4, ONECUT1, NKX6.1, and GATA6, respectively 
(Fig. 2B). PDX1 and NKX6.1 are known as the main TFs 
that mark the pancreatic precursors of β-cells. In our 
analysis, we identified 81 DE-lncRNAs that were com-
monly correlated with FOXA2, PDX1, and NKX6.1 in 
normal pancreatic cells (Fig.  2C, Supplementary Fig.  2, 
Supplementary Table  4). The most downregulated DE-
lncRNAs of this common list were MEG3, H19, ZNF667-
AS1, AC013275.1, LINC00543, LINC00261, MIR7-3HG, 
AC097639.1, PRDM16-DT, LINC02381, LINC01963, 
AL662797.2, LINC00511, AP000345.2, GPRC5D-AS1, 
NRAV, and MNX1-AS1 (Supplementary Fig.  2). We 

noticed that the top correlated DE-lncRNAs were sig-
nificantly downregulated and were linked to FOXA2. It 
is intriguing to note that the results obtained when we 
integrated the DE-lncRNAs and DEGs of our RNA-Seq 
analysis were consistent with those obtained from nor-
mal pancreatic tissues, as shown in Supplementary Fig. 3.

The network analysis of the upregulated DE-lncRNAs 
was conducted by examining their correlation with 
selected upregulated genes identified in FOXA2−/− PPs. 
These DEGs include APOC2, GCGR , HKDC1, SLC2A3, 
ABCC2, SLC2A2, APOC1, CEBPA, GCKR, ANXA1, 
WNT5A, ABCA1, BMP2, SLC16A1, ABCA7, and SLC3A2 
(Supplementary Table 3). Incorporating these results with 
lncRNA and mRNA expression data from 305 pancreatic 
tissue database revealed that only a limited number of 
upregulated DE-lncRNAs exhibited a strong correlation 
with the selected upregulated genes, as depicted in the 
constructed network (Supplementary Fig. 4 and Table 1). 
Among the correlated lncRNAs, those demonstrating 
the highest levels of upregulation included AC104958.2, 
AC008264.2, DBH-AS1, AC005261.4, AC092535.5, and 
AC025857.2.

Characterization of lncRNA profiles in FOXA2 knockout 
iPSC‑derived pancreatic islets
In order to investigate the impact of FOXA2 deletion 
on the expression of lncRNAs in pancreatic islets, we 
extracted the DE-lncRNAs and DEGs from RNA-seq 
data. This data was obtained by comparing the pancre-
atic islets derived from FOXA2–/–iPSCs and WT-iPSCs. 
Our transcriptomic analysis revealed a total of 1031 sig-
nificantly downregulated DEGs (Log2 FC < -1.0, p < 0.05), 
and 734 significantly upregulated DEGs (Log2 FC > 1.0, 
p < 0.05) in pancreatic islets derived from FOXA2–/– 
iPSCs compared to the WT controls. The relevant DEGs 
selected for the correlation study are listed in Sup-
plementary Table  3. Furthermore, our RNA-Seq data 
revealed 517 DE-lncRNAs in FOXA2–/–pancreatic islets 
compared to WT-pancreatic islets. Among those DE-
lncRNAs, 177 were significantly downregulated (Log2 
FC <  − 1.0, p < 0.05) and 59 were significantly upregulated 
(Log2 FC > 1.0, p < 0.05) (Fig.  3A, B and  Supplementary 
Table 5). The expression of the top 5 downregulated and 
top 5 upregulated DE-lncRNA transcripts in pancreatic 
islets derived from FOXA2–/– iPSCs compared to the 
WT controls are shown in Fig.  3C and D. AC129926.1 
was the top downregulated and AC087477.4 was the top 

(See figure on next page.)
Fig. 1  Differentially expressed lncRNAs in pancreatic progenitors (PPs) derived from FOXA2−/− iPSCs compared to those derived from WT-iPSCs. A 
Hierarchical clustering of the captured lncRNAs in the pancreatic progenitors (PPs) from FOXA2 knocked out iPSCs (FOXA2−/− iPSCs) and WT-iPSCs. 
Each column represents one differentiation experiment, and each row represents the lncRNA transcript. The expression level of each transcript 
(log2) is depicted according to the color scale. B Volcano plot depicting upregulated (red) and downregulated (blue) lncRNAs (p < 0.05, Log2 FC > 1). 
Graphs represent the expression of the top 5 downregulated (C) and upregulated (D) lncRNA transcripts

https://gtexportal.org/home/
https://gtexportal.org/home/
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Fig. 1  (See legend on previous page.)
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upregulated DE-lncRNA in FOXA2–/– pancreatic islets 
compared to WT-pancreatic islets.

Correlations between DE‑lncRNAs and DE‑mRNAs 
in iPSC‑derived pancreatic islets
To identify potential interaction, we constructed a co-
expression network through correlation analysis between 
the DE-lncRNAs and key DE-mRNAs in iPSC-derived 
pancreatic islets. Our transcriptome analysis showed that 
mRNA expression of several pancreatic genes related to 

the development and function of pancreatic islet cells was 
significantly downregulated in iPSC-derived pancreatic 
islets lacking FOXA2 compared to WT controls (Sup-
plementary Table 3). We selected key downregulated DE-
mRNAs that are known to play an essential role in β-cell 
development and function, including FOXA2, TRPM4, 
MAPK3, PDX1, HES, ABCG1, DLL4, STX1A, NKX6-1, 
PLCB4, CAMK2B, ALDH1A3, RFX6, UCN3, CACNA1A, 
ABCC8, DLL1, PCLO, INSM1, FFAR1, CHGA, SUSD4, 
KLF4, NEUROD1, ADCY7, CHGB, NKX2-2, ARX, PTF1A, 

Fig. 2 Co-expression network analysis of downregulated lncRNAs and DEGs in pancreatic progenitors derived from FOXA2−/− iPSCs. The correlation 
analysis between the downregulated DE-lncRNAs and previously identified DEGs in our previous study of the pancreatic progenitor (PP) stage 
after its incorporation with the online database of 305 pancreatic tissues (A). The number of correlated lncRNAs with each specific DEG is presented 
in the graph (B), and (C) shows the commonly correlated lncRNAs with FOXA2, PDX1, and NKX6.1
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Table 1 List of the strongly correlated lncRNAs to FOXA2 TF with Pearson correlation (PC) > 0.3 in the pancreatic progenitors (PPs) 
derived from FOXA2−/−iPSCs compared to those derived from WT-iPSCs (p < 0.05)

LncRNA PC Log2‑FC P‑value Other TFs correlated to the lncRNA

Downregulated
 LINC00543 0.636** -3.09914 0.001683 HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, GATA6, SOX9, HES6, MNX1, TCF7L2, PROX1, GLIS3, CHGA, 

CHGB,PCSK1, NR5A2

 AC005332.6 0.567** -1.16633 0.003212 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1,, GATA6, SOX9, HES6, MNX1, RFX6, 
TCF7L2, TCF7, PROX1, GLIS3, CPA4, CHGA, CHGB, FEV, PCSK1, DLL4, INSM1, NR5A2

 MMP25-AS1 0.534** -1.171816 0.028843 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2,GATA6, SOX9, HES6, MNX1, RFX6, TCF7L2, TCF7, 
PROX1, GLIS3, PTF1A, CPA4, CHGA,PCSK1, DLL4, INSM1, NR5A2

 MEG3 0.518** -4.373715 0.004838 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, GATA6, SOX9, MNX1, RFX6, TCF7L2, TCF7, PROX1, GLIS3, 
PTF1A, CPA4,FEV, PCSK1, DLL4, INSM1,NR5A2

 NRAV 0.518** -2.086095 0.001259 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1,, GATA6, SOX9, MNX1, RFX6, TCF7L2, 
TCF7, PROX1, GLIS3, CHGA, CHGB, FEV, PCSK1, DLL4, INSM1, NR5A2

 ASB16-AS1 0.513** -1.535975 0.049223 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, HES6, MNX1, RFX6, 
TCF7L2, TCF7, PROX1, GLIS3, CHGA, CHGB, FEV, PCSK1, DLL4, INSM1, GCK, NR5A2

 PTOV1-AS2 0.510** -1.537089 0.028823 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1,, GATA6, SOX9, HES6, MNX1, RFX6, 
TCF7L2, TCF7, PROX1, GLIS3, CPA4, CHGA,, FEV, DLL4, INSM1, GCK, NR5A2

 AC013275.1 0.504** -3.199973 0.008419 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9,, MNX1, RFX6, TCF7L2, 
TCF7, PROX1, GLIS3, CPA4, CHGA, CHGB, FEV, PCSK1, DLL4, INSM1, GCK, NR5A2

 AC012306.2 0.499** -1.257744 0.031814 HNF1B, HNF4G, PDX1, NKX6-1, GATA6, SOX9, MNX1, TCF7L2, PROX1, GLIS3, NR5A2

 AC007996.1 0.492** -1.980823 0.000461 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, 
TCF7, PROX1, GLIS3, CPA4, CHGA, CHGB, FEV, PCSK1, DLL4, INSM1, GCK, NR5A2

 AL021707.6 0.491** -1.590208 0.011266 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, GATA4, HES6, MNX1, TCF7L2, PROX1, GLIS3, PTF1A, CPA4, 
DLL4, NR5A2

 CTBP1-DT 0.489** -1.146042 0.026777 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, 
TCF7, PROX1, GLIS3, CHGA, CHGB, FEV, PCSK1, DLL4, INSM1, NR5A2

 AC008760.1 0.489** -1.059341 0.002437 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, 
TCF7, PROX1, GLIS3, PTF1A, CPA4, CHGA, CHGB, FEV, PCSK1, DLL4, INSM1, GCK, NR5A2

 LINC00667 0.487** -1.126357 0.040617 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, 
TCF7, PROX1, GLIS3, CHGA, CHGB, FEV, PCSK1, DLL4, INSM1, GCK, NR5A2

 SLC25A25-AS1 0.484** -1.930232 0.025533 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NEUROD1, GATA6, SOX9,, MNX1, RFX6, TCF7L2, TCF7, 
PROX1, GLIS3, PTF1A, CPA4, CHGA, CHGB, FEV,, DLL4, INSM1,, GCK, NR5A2

 NNT-AS1 0.483** -1.366922 0.007565 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, 
TCF7, PROX1, GLIS3, CPA4, CHGA, CHGB, FEV, PCSK1, DLL4, INSM1, GCK, NR5A2

 LINC02381 0.481** -2.495034 0.004835 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, 
TCF7, PROX1, GLIS3, CPA4, CHGA, CHGB, FEV, PCSK1, DLL4, INSM1, GCK, NR5A2

 AC026471.1 0.481** -1.16033 0.04654 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, 
TCF7, PROX1, GLIS3, CHGA, CHGB, PCSK1, DLL4, INSM1, NR5A2

 MEG9 0.477** -3.127263 0.000983 ONECUT1, HNF4G, PDX1,GATA4, TCF7L2, PROX1, GLIS3, PTF1A, PCSK1, DLL4,NR5A2

 AP002748.4 0.475** -1.18316 0.003262 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1,GATA6, SOX9, HES6, TCF7L2, TCF7, PROX1, GLIS3,NR5A2

 AL021707.3 0.474** -1.634677 0.000624 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1,GATA6, SOX9, MNX1,TCF7L2, TCF7, PROX1, GLIS3, CPA4, 
DLL4, NR5A2

 AC018647.2 0.473** -1.641918 0.02526 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, 
TCF7, PROX1, GLIS3, CHGA, CHGB, FEV, PCSK1, DLL4, INSM1, NR5A2

 PRDM16-DT 0.470** -2.579796 0.005967 ONECUT1, HNF1B, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, PROX1, 
GLIS3, CPA4, CHGA, CHGB, FEV, DLL4, INSM1, GCK,

 AL359921.2 0.468** -1.675371 0.015848 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, GATA6, SOX9, MNX1, TCF7L2, PROX1, GLIS3, DLL4, NR5A2

 ELF3-AS1 0.462** -1.453584 0.039806 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, GATA6, SOX9, HES6, MNX1, RFX6, TCF7L2, TCF7, 
PROX1, GLIS3, CPA4, CHGA, CHGB, FEV, PCSK1, DLL4, INSM1,NR5A2

 H19 0.459** -3.365472 0.004856 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, GATA6, SOX9, MNX1, TCF7L2, TCF7, PROX1, GLIS3, 
PTF1A,DLL4, NR5A2

 AC109460.2 0.457** -1.344716 0.003872 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, 
TCF7, PROX1, GLIS3, CPA4, CHGB, PCSK1, DLL4, INSM1, NR5A2

 AP000757.1 0.455** -1.457171 0.002091 ONECUT1, HNF1B, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, PROX1, 
GLIS3, CHGA, CHGB, FEV, PCSK1, INSM1, GCK

 AC023509.3 0.453** -1.542563 0.000571 ONECUT1, HNF1B, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, PROX1, 
GLIS3, CHGA, CHGB, FEV, PCSK1, DLL4, INSM1
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Table 1 (continued)

LncRNA PC Log2‑FC P‑value Other TFs correlated to the lncRNA

 AL035661.1 0.452** -2.278196 0.004812 ONECUT1, HNF1B, HNF4G, PDX1, GATA6, SOX9, MNX1, TCF7L2, PROX1, GLIS3, GP2, NR5A2

 LINC00909 0.443** -1.21341 0.009665 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, 
TCF7, PROX1, GLIS3, CHGA, CHGB, FEV, PCSK1, DLL4, INSM1, GCK, NR5A2

 AC097468.3 0.441** -1.98422 0.029327 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, GATA6, SOX9, MNX1, RFX6, TCF7L2, PROX1, GLIS3, CPA4, 
DLL4, NR5A2

 ZNF667-AS1 0.436** -3.24304 6.2E-05 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, 
TCF7, PROX1, GLIS3, CHGA, CHGB, FEV, PCSK1, DLL4, INSM1, GCK, NR5A2

 TMEM44-AS1 0.433** -1.134186 0.003148 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, GATA6, SOX9, MNX1, TCF7L2, TCF7, PROX1, 
GLIS3, CHGB, FEV, INSM1, NR5A2

 AL928654.2 0.431** -1.305696 0.022488 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, GATA6, SOX9, HES6, MNX1, TCF7L2, PROX1, GLIS3, CHGA, 
DLL4, NR5A2

 EMSLR 0.424** -1.536354 0.00847 ONECUT1, HNF1B, HNF4G, PDX1, GATA6, SOX9, HES6, MNX1, TCF7L2, TCF7, PROX1, GLIS3, PTF1A, 
CPA4, DLL4, NR5A2

 MIR7-3HG 0.422** -2.893704 0.014703 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1, SOX9, MNX1, RFX6, TCF7L2, PROX1, 
GLIS3, CHGA, CHGB, FEV, PCSK1, DLL4, INSM1, GCK, NR5A2

 MNX1-AS1 0.421** -2.081998 0.038035 HNF1B, PDX1, NKX6-1, NKX2-2, GATA6, SOX9,, MNX1, TCF7L2, PROX1, GLIS3, INSM1

 AC108449.2 0.419** -1.49049 0.030521 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, RFX6, TCF7L2, TCF7, 
PROX1, GLIS3, CHGA, CHGB, PCSK1, DLL4, INSM1, NR5A2

 NAPA-AS1 0.417** -1.098776 0.027917 ONECUT1, HNF1B, HNF4G, PDX1, GATA6, SOX9, TCF7L2, TCF7, PROX1, GLIS3, GP2

 LINC00957 0.414** -1.202273 0.002339 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, 
PROX1, GLIS3, CPA4, CHGA, CHGB, FEV, DLL4, INSM1, GCK

 CD2BP2-DT 0.412** -1.367356 0.042524 HNF1B, HNF4G, PDX1, NKX6-1, GATA6, SOX9, TCF7L2, PROX1, GLIS3

 AC004233.2 0.410** -1.862911 0.017459 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1,, GATA6, SOX9, MNX1, RFX6, TCF7L2, 
PROX1, GLIS3, CPA4, CHGA, CHGB, FEV, PCSK1, DLL4, INSM1, GCK, NR5A2

 LINC00342 0.409** -1.382966 0.037571 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1,GATA6, SOX9,, MNX1, TCF7L2, TCF7, PROX1, GLIS3, CPA4, 
DLL4,GCK, NR5A2

 AC005332.3 0.409** -1.23033 0.003455 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, TCF7, 
PROX1, GLIS3, CPA4, CHGA, CHGB, FEV, PCSK1, DLL4, INSM1, GCK, NR5A2

 EXOC3-AS1 0.405** -1.121631 0.009377 HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, GATA6, SOX9, MNX1, TCF7L2, PROX1, GLIS3, CHGB

 AC092718.4 0.404** -1.280606 0.005133 HNF1B, HNF4G, PDX1, NKX6-1, GATA6, SOX9, TCF7L2, TCF7, PROX1, GLIS3, PCSK1, DLL4, NR5A2

 AL662797.2 0.402** -2.409765 0.01791 HNF1B, HNF4G, PDX1, NKX6-1, GATA6, SOX9, MNX1, RFX6, TCF7L2, TCF7, PROX1, GLIS3, PCSK1, 
DLL4,, GCK, NR5A2

 AC005046.2 0.401** -1.533611 0.049076 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, 
PROX1, GLIS3, CHGA, CHGB, PCSK1, DLL4, NR5A2

 AP000345.2 0.400** -2.209009 0.000571 HNF1B, PDX1, NKX6-1, GATA6, SOX9, MNX1, TCF7L2, PROX1, GLIS3, CPA4, DLL4

 ZNF32-AS2 0.398** -1.612416 0.018084 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1,, GATA6, SOX9, MNX1, RFX6, TCF7L2, 
TCF7, PROX1, GLIS3, CPA4, CHGA, CHGB, FEV, PCSK1, DLL4, INSM1, NR5A2

 GPRC5D-AS1 0.394** -2.087789 0.000429 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, 
TCF7, PROX1, GLIS3, CHGA, CHGB, FEV, PCSK1, INSM1, NR5A2

 SNHG14 0.393** -1.783735 0.021069 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, 
TCF7, PROX1, GLIS3, CPA4, CHGA, CHGB, FEV, PCSK1, INSM1, GCK, NR5A2

 AL158163.2 0.383** -1.687435 0.003219 ONECUT1, HNF1B, HNF4G, PDX1, GATA6, SOX9, MNX1, TCF7L2, PROX1, GLIS3, GP2, NR5A2

 AC090152.1 0.379** -2.276363 0.003367 HNF1B, HNF4G, NKX2-2, PROX1, GLIS3, FEV

 AC097639.1 0.377** -2.647647 0.002051 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1,GATA6, SOX9, MNX1, TCF7L2,, PROX1, GLIS3, CHGB, 
NR5A2

 U73166.1 0.373** -1.429991 0.029312 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, GATA6, SOX9, MNX1, TCF7L2, PROX1, GLIS3, DLL4

 PSMG3-AS1 0.371** -1.504912 0.004101 ONECUT1, HNF1B,, PDX1, NKX6-1, GATA6, SOX9, MNX1, TCF7L2, PROX1, GLIS3, INSM1

 AL355102.4 0.371** -1.429425 0.015528 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, SOX9, HES6, MNX1, TCF7L2, PROX1, GLIS3, PTF1A, CPA4, 
DLL4, NR5A2

 ATP6V0E2-AS1 0.370** -1.797372 0.004396 HNF1B, PDX1, NKX6-1, GATA6, SOX9, MNX1, RFX6, TCF7L2, PROX1, GLIS3, FEV, DLL4, INSM1, GCK

 AC092329.4 0.368** -1.480944 0.00113 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, GATA6, SOX9, MNX1, RFX6, TCF7L2, TCF7, PROX1, GLIS3, 
FEV, DLL4, GCK, NR5A2

 MNX1-AS2 0.368** -1.220973 0.016023 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, GATA6, SOX9, HES6, MNX1, TCF7L2, PROX1, GLIS3, DLL4, 
GCK, NR5A2
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Table 1 (continued)

LncRNA PC Log2‑FC P‑value Other TFs correlated to the lncRNA

 LINC00511 0.365** -2.227203 0.0021 ONECUT1, HNF1B, PDX1, NKX6-1, SOX9, MNX1, TCF7L2, PROX1, GLIS3, PTF1A, FEV, DLL4, GCK, 
NR5A2

 TAPT1-AS1 0.365** -1.344471 0.007551 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NEUROD1, GATA6, SOX9, RFX6, TCF7L2, PROX1, GLIS3, 
CPA4, DLL4, INSM1

 SDCBP2-AS1 0.364** -1.668813 0.012552 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, 
TCF7, PROX1, GLIS3, CHGB, FEV, PCSK1, INSM1, NR5A2

 FAM111A-DT 0.356** -1.744908 0.026671 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, GATA6, SOX9, MNX1, RFX6, TCF7L2, TCF7, PROX1, GLIS3, 
CPA4, FEV, DLL4, GCK, NR5A2

 AP000873.2 0.356** -1.385981 0.006537 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, GATA6, SOX9, MNX1, RFX6, TCF7L2, PROX1, GLIS3, CHGA, 
DLL4, NR5A2

 ZNF790-AS1 0.353** -1.229759 0.007888 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, PROX1, 
GLIS3, CHGA, FEV, DLL4, INSM1, GCK, NR5A2

 MCM3AP-AS1 0.348** -1.023741 0.049512 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, PROX1, 
GLIS3, CHGA, FEV, DLL4, INSM1, GCK, NR5A2

 LINC00261 0.347** -3.075824 0.016451 ONECUT1, PDX1, NKX6-1, GATA4, MNX1, TCF7L2, GLIS3

 AC135050.5 0.347** -1.609785 0.008387 ONECUT1, HNF1B, HNF4G, PDX1, NKX2-2, GATA6, SOX9, TCF7L2, PROX1, GLIS3, CHGB, PCSK1,GP2, 
NR5A2

 AL022328.1 0.347** -1.043931 0.012371 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, GATA6, SOX9, MNX1, RFX6, TCF7L2, PROX1, 
GLIS3, CPA4, DLL4, INSM1, NR5A2

 AC004067.1 0.346** -1.063812 0.01286 HNF1B, HNF4G, PDX1, NKX6-1, GATA6, SOX9, MNX1, TCF7L2, PROX1, GLIS3, DLL4, GCK

 AP001107.4 0.344** -1.928512 0.011238 ONECUT1, HNF1B, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, PROX1, 
GLIS3, CHGA, CHGB, FEV, DLL4, INSM1, GCK,

 AC004918.5 0.343** -1.633831 0.002487 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, GATA6, SOX9, TCF7L2, TCF7, PROX1, GLIS3, 
CHGB, PCSK1, NR5A2

 AL049775.1 0.341** -1.430057 0.013752 ONECUT1, HNF1B, HNF4G, GATA6, SOX9, TCF7L2, PROX1, GLIS3, NR5A2

 AL158163.1 0.339** -1.03785 0.009069 HNF1B, HNF4G, PDX1, GATA6, MNX1, TCF7L2, PROX1, GLIS3, GP2, NR5A2

 AC015849.3 0.336** -1.60036 0.04537 ONECUT1, HNF1B, HNF4G, PDX1, NKX2-2, GATA6, SOX9, MNX1, RFX6, TCF7L2, PROX1, GLIS3, CHGB, 
NR5A2

 AC091563.1 0.335** -1.142587 0.002025 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, PROX1, 
GLIS3, CHGA, FEV, PCSK1, DLL4, INSM1, GCK

 AC107375.1 0.327** -1.494579 0.046993 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, 
PROX1, GLIS3, CHGA, FEV, DLL4, INSM1, GCK, NR5A2

 AL662844.4 0.325** -1.250925 0.039572 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, GATA6, SOX9, MNX1, RFX6, TCF7L2, PROX1, GLIS3, PTF1A, 
CPA4, FEV, DLL4, INSM1, GCK, NR5A2

 AC011477.2 0.322** -1.714697 0.016455 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, GATA6, SOX9, MNX1, RFX6, TCF7L2, TCF7, PROX1, GLIS3, 
CHGB, FEV, DLL4, GCK, NR5A2

 PINK1-AS 0.322** -1.208215 0.02927 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, GATA6, SOX9, RFX6, TCF7L2, TCF7, PROX1, GLIS3, CHGB, 
PCSK1, INSM1

 LINC00174 0.321** -1.342235 0.04753 ONECUT1, HNF1B, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, PROX1, 
GLIS3, CPA4, DLL4, INSM1, GCK

 LINC01963 0.318** -2.455544 0.003181 HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, NEUROD1, GATA6, SOX9, TCF7L2, PROX1, GLIS3, CHGB, 
PCSK1, INSM1

 AC011498.2 0.314** -1.585168 0.00558 ONECUT1, HNF1B,, PDX1, NKX6-1, NKX2-2, NEUROD1,, GATA6, SOX9, MNX1, RFX6, TCF7L2, PROX1, 
GLIS3, CPA4, CHGA, CHGB, FEV, DLL4, INSM1, GCK

 AC018521.4 0.311** -3.32837 0.000104 ONECUT1, HNF4G, MNX1, TCF7L2, PROX1, GLIS3, CPA4, DLL4, NR5A2

 ZNF32-AS1 0.311** -1.049974 0.002135 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, GATA6, SOX9, MNX1, RFX6, TCF7L2, PROX1, GLIS3, CPA4, 
CHGA, FEV, DLL4, INSM1, GCK, NR5A2

 AC026801.2 0.310** -1.162102 0.014154 HNF1B, PDX1, NKX6-1, NEUROD1, GATA6, SOX9, MNX1, RFX6, TCF7L2, PROX1, GLIS3, FEV, PCSK1, 
INSM1, GCK

 AC093620.1 .305** -1.180784 0.03222 PDX1, MNX1, TCF7L2, PROX1, GLIS3, DLL4, GCK

 AL031717.1 0.301** -1.589415 0.001643 ONECUT1, HNF1B, PDX1, NKX6-1, GATA6, SOX9, MNX1, TCF7L2, PROX1, GLIS3, DLL4

 AL512791.1 0.300** -1.628931 0.008489 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, NKX2-2, GATA6, SOX9, MNX1, RFX6, TCF7L2, PROX1, 
GLIS3, CHGB, NR5A2

 AC106782.5 0.300** -1.011157 0.015448 ONECUT1, HNF1B, HNF4G, PDX1, NKX6-1, GATA6, SOX9, MNX1, RFX6, TCF7L2, TCF7, PROX1, GLIS3, 
CPA4, CHGA, DLL4, GCK, NR5A2
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GCG , HES6, SHH, PRKCG, INS, ADCY1, PPY, and IAPP. 
We subsequently performed correlation analysis on those 
identified downregulated DE-lncRNAs and downregulated 
DE-mRNAs in normal pancreatic cells from GTEx data 
as well as in iPSC-derived pancreatic islets. Interactions 
with Pearson correlation coefficients > 0.3 were selected 
and the co-expression network analysis was constructed 
(Fig.  4A; Supplementary Fig.  5). The analysis revealed 86 
downregulated DE-lncRNAs with a strong correlation 
(> 0.3) to the selected downregulated DE-mRNAs. Out of 

these DE-lncRNAs, 42 DE-lncRNAs showed a strong cor-
relation with FOXA2, listed with its correlated mRNAs 
in Table  2. The commonly correlated downregulated 
DE-lncRNAs with FOXA2 and other DEGs are shown in 
Fig.  4B and Table  2. The analysis revealed that ZNF667-
AS1, AL035661.1, AL390719.2, AC091563.1, AC090510.3, 
MEG3, LINC00261, U73166.1, AC097639.1, MNX1-AS2, 
and H19 were the top downregulated DE-lncRNAs with 
a strong correlation to FOXA2 (Supplementary Fig.  6). 
There were 65, 64, 50, 50, 50, 48, 46, and 45, DE-lncRNAs 

Table 1 (continued)

LncRNA PC Log2‑FC P‑value Other TFs correlated to the lncRNA

Upregulated
 AC104958.2  > 0.300** 3.06691 0.01042 ABCA1, GCKR, SLC3A2

 AC008264.2  > 0.300** 2.64584 0.008036 ABCC2

 DBH-AS1  > 0.300** 2.6249 0.033449 ABCA7

 AC005261.4  > 0.300** 2.52597 0.002745 ABCA7, ABCC2, ANXA1, APOC1, BMP2, GCGR, GCKR, HKDC1, SLC16A1, SLC2A3, SLC3A2

 AC092535.5  > 0.300** 2.46391 0.003268 ABCA7, GCGR 

 AC025857.2  > 0.300** 2.41229 0.006863 ABCA7, ANXA1, APOC1, APOC2, BMP2, GCKR, HKDC1, SLC16A1, SLC2A3

 AP001453.4  > 0.300** 1.90867 0.00027 GCGR, GCKR

 AC090510.3  > 0.300** 1.75372 0.002414 ABCA7, ABCC2, GCGR, GCKR, HKDC1, SLC16A1, SLC2A3

 AC084036.1  > 0.300** 1.73696 0.045269 CEBPA

 AC103706.1  > 0.300** 1.60426 0.0041 ABCA7, ABCC2, GCGR, GCKR, HKDC1, SLC16A1, SLC2A3, SLC3A2

 ITGB2-AS1  > 0.300** 1.48263 0.005362 ANXA1, APOC1, APOC2, BMP2, GCKR, HKDC1, SLC16A1, SLC2A3

 LINC01137  > 0.300** 1.43804 0.014543 ABCA1, ANXA1, APOC1, BMP2, CEBPA, GCGR, GCKR, HKDC1, SLC16A1, SLC3A2

 AL161669.3  > 0.300** 1.43659 0.003279 ABCC2, GCGR, GCKR, SLC16A1, SLC2A3

 AL390728.6  > 0.300** 1.42115 0.001923 ABCA1, ABCA7, ABCC2, ANXA1, BMP2, GCGR, GCKR, HKDC1, SLC16A1, SLC2A3, SLC3A2, WNT5A

 AC009407.1  > 0.300** 1.373 0.018734 ABCC2, SLC2A2

 AC111000.4  > 0.300** 1.3692 0.043736 ABCC2

 AL161668.4  > 0.300** 1.35769 0.003348 ABCC2

 AC005261.2  > 0.300** 1.32648 0.015732 ABCA7, ABCC2, ANXA1, BMP2, GCGR, GCKR, HKDC1, SLC16A1, SLC2A3, SLC3A2

 CPNE8-AS1  > 0.300** 1.31393 0.033738 GCGR, GCKR

 AL731533.2  > 0.300** 1.31069 0.000922 ABCC2, GCGR, SLC16A1

 AC106739.1  > 0.300** 1.274 0.007299 GCKR

 AL135924.2  > 0.300** 1.25907 0.018394 ABCC2

 AC009690.2  > 0.300** 1.2405 0.031511 ABCA7, ABCC2, ANXA1, APOC1, BMP2, GCGR, GCKR, HKDC1, SLC16A1, SLC2A3

 GAS6-DT  > 0.300** 1.15488 0.00105 ABCA1, ABCC2, ANXA1, GCGR, GCKR, HKDC1, SLC16A1, SLC2A3

 AL080317.2  > 0.300** 1.15242 0.012166 ABCA7, ABCC2, GCGR 

 AC022144.1  > 0.300** 1.11867 0.047965 ABCA7, ABCC2, GCGR, GCKR, HKDC1, SLC16A1, SLC2A3, SLC3A2

 AP001033.4  > 0.300** 1.09916 0.048671 ABCA7, BMP2, GCGR, GCKR, HKDC1, SLC16A1, SLC2A3, SLC3A2

 LNCSRLR  > 0.300** 1.0583 0.00857 GCKR

 RUSC1-AS1  > 0.300** 1.0481 0.002152 ABCA7, ABCC2, ANXA1, BMP2, GCGR, GCKR, HKDC1, SLC16A1, SLC2A3, SLC3A2

** indicates a highly significant correlation

(See figure on next page.)
Fig. 3 Differentially expressed lncRNAs in pancreatic islets derived from FOXA2−/− iPSCs compared to those derived from WT-iPSCs. A Hierarchical 
clustering of captured lncRNAs in the pancreatic islets derived from FOXA2−/− iPSCs and WT-iPSCs. Each column represents one differentiation 
experiment, and each row represents the lncRNA transcript. The expression level of each transcript (log2) is depicted according to the color scale. 
B Volcano plot depicting upregulated (red) and downregulated (blue) lncRNAs (p < 0.05, Log2 FC > 1). Graphs represent the expression of the top 5 
downregulated (C) and upregulated (D) lncRNA transcripts
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Fig. 3 (See legend on previous page.)
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correlated with TRPM4, MAPK3, PDX1, HES6, ABCG1, 
DLL4, STX1A, and NKX6.1 (Fig.  4B). As previously 
known, FOXA2 commonly regulates PDX1, NKX6.1, 
NKX2.2 and ABCC8 TFs. We identified 23 lncRNAs that 
are commonly and strongly correlated to FOXA2, PDX1, 
NKX6.1 and ABCC8, with the lowest log2 fold expression 
for ZNF667-AS1, AL390719.2, AC091563.1, AC090510.3, 
and AC097639.1, as shown in Fig. 4C and Supplementary 
Fig. 6 and Supplementary Table 6.

Similarly, we conducted a correlation analysis to estab-
lish connections between the upregulated DE-lncRNAs 

to the selected upregulated DEGs identified in FOXA2−/− 
pancreatic islets. These DEGs included ATP1B1, ATP1B2, 
FXYD2, CPA4, PLA2G2A, KCNQ1, SST, HHEX, ABCC2, 
BMP4, WNT6, and MYC (Supplementary Table 3). Their 
incorporation with the database of 305 pancreatic tissue 
profiles resulted in identification of 12 upregulated DE-
lncRNAs with Pearson correlation coefficients > 0.3, as 
enlisted in Table 2. Among them, the highly upregulated 
lncRNAs were B3GALT5-AS1, AC087477.2, AC027031.2, 
DNM3OS, and AC124067.4 (Supplementary Fig.  7 and 
Table  2). Using the identical analysis approach on our 

Fig. 4 Co-expression network analysis of downregulated lncRNAs and DEGs in pancreatic islets derived from FOXA2.−/−iPSCs. The correlation 
analysis between the downregulated DE-lncRNAs and DEGs in the pancreatic islets (A). The number of lncRNAs correlated with each specific DEG 
is presented in graph (B)
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Table 2 List of the strongly correlated lncRNAs to FOXA2 with Pearson correlation (PC) > 0.3 in the pancreatic islets derived from 
FOXA2−/−iPSCs compared with those derived from WT-iPSCs (p < 0.05)

lncRNA PC Log2‑FC P‑value Other TFs correlated to the lncRNA

Downregulated
 LINC00543 0.636** -1.2969645 0.00158635 ABCG1, ALDH1A3,CHGA,CHGB, GCG, HES1, HES6, KLF4, MAPK3, NKX2-2, NKX6-1, PDX1, STX1A, 

SUSD4, TRPM4

 AL390719.2 0.587** -1.9211931 0.00881401 ABCC8, ABCG1, ALDH1A3, CHGB, DLL1, DLL4, FFAR1, HES1, HES6, KLF4, MAPK3, NKX2-2, NKX6-1, 
PDX1, STX1A, SUSD4, TRPM4,UCN3

 AC008556.1 0.546** -1.2948708 0.00696662 ALDH1A3, DLL4, HES1, HES6, MAPK3, PDX1, PTF1A, TRPM4

 MEG3 0.518** -1.6955374 8.0682E-05 ABCG1, ALDH1A3, DLL1, DLL4, FFAR1, HES1, INSM1, MAPK3, NKX6-1, PDX1, PTF1A, RFX6, STX1A, 
TRPM4, UCN3

 AC006333.1 0.517** -1.0062851 0.03861764 ABCC8, ABCG1, ALDH1A3, CACNA1A, CAMK2B, CHGA, CHGB, DLL1, DLL4, FFAR1, GCG, HES1, 
INSM1, KLF4, MAPK3, NEUROD1, NKX2-2, NKX6-1, PCLO, PDX1, PLCB4, RFX6, STX1A, SUSD4, 
TRPM4, UCN3

 RPARP-AS1 0.497** -1.1768327 0.00054477 ABCC8, ABCG1, ALDH1A3, ARX, CACNA1A, CAMK2B, CHGA, CHGB, DLL1, DLL4, FFAR1, GCG, 
HES1, HES6, INSM1, KLF4, MAPK3, NEUROD1, NKX2-2, NKX6-1, PDX1, PLCB4, RFX6, STX1A, 
SUSD4, TRPM4, UCN3

 SLC25A25-AS1 0.484** -1.0534922 0.00894033 ABCC8, ABCG1, ALDH1A3, CACNA1A, CAMK2B, CHGA, CHGB, DLL1, DLL4, FFAR1, HES1, INSM1, 
MAPK3, NEUROD1, NKX6-1, PDX1, PLCB4, PTF1A, RFX6, STX1A, TRPM4, UCN3

 PDCD4-AS1 0.484** -1.1102287 0.00770037 ABCG1, ALDH1A3, DLL1, DLL4, HES1, KLF4, MAPK3, PDX1, STX1A, SUSD4, TRPM4

 CD27-AS1 0.470** -1.1406858 0.02874059 ABCC8, ABCG1, ADCY7, ALDH1A3, CACNA1A, CAMK2B, CHGA, CHGB, DLL1, DLL4, FFAR1, HES1, 
INSM1, KLF4, MAPK3, NEUROD1, NKX2-2, NKX6-1, PCLO, PDX1, PLCB4, RFX6, STX1A, SUSD4, 
TRPM4, UCN3

 AC108488.1 0.466** -1.0384066 0.04593561 ABCC8, ABCG1, ALDH1A3, CACNA1A, CAMK2B, CHGA, DLL1, DLL4, FFAR1, HES1, INSM1, KLF4, 
MAPK3, NEUROD1, NKX2-2, NKX6-1, PDX1, PLCB4, RFX6, STX1A, SUSD4, TRPM4, UCN3

 LINC01770 0.463** -1.4111367 0.00119341 ABCG1, ADCY7, ALDH1A3, DLL1, DLL4, HES1, MAPK3, NKX6-1, PDX1, PTF1A, STX1A, TRPM4, 
UCN3

 H19 0.459** -1.0508881 0.00682397 ABCG1, ALDH1A3, DLL1, DLL4, HES1, MAPK3, NKX6-1, PDX1, PTF1A, TRPM4

 AL035661.1 0.452** -2.1081528 0.00237583 FOXA2, ALDH1A3, KLF4, MAPK3, PDX1, SUSD4

 AC099343.4 0.443** -1.0656839 0.02841831 ABCG1, ADCY7, ALDH1A3, CACNA1A, CHGA, DLL1, DLL4, FFAR1, HES1, KLF4, MAPK3, NKX6-1, 
PCLO, PDX1, PLCB4, PTF1A, RFX6, STX1A, TRPM4, UCN3

 ZNF667-AS1 0.436** -2.7175609 0.00021026 ABCC8, ABCG1, ADCY7, ALDH1A3, ARX, CACNA1A, CAMK2B, CHGA, CHGB, DLL1, DLL4, FFAR1, 
GCG, HES1, INSM1, MAPK3, NEUROD1, NKX2-2, NKX6-1, PCLO, PDX1, PLCB4, RFX6, STX1A, SUSD4, 
TRPM4, UCN3

 AL158206.1 0.434** -1.2478764 0.041127 ABCG1, ALDH1A3, DLL1, DLL4, HES6, KLF4, MAPK3, PDX1, STX1A, SUSD4, TRPM4

 SEMA3B-AS1 0.434** -1.2944753 0.00843693 ALDH1A3, DLL1, HES1, KLF4, MAPK3, PDX1, SUSD4, TRPM4

 ZNRD2-AS1 0.424** -1.0543007 0.00266566 ABCC8, ABCG1, ADCY7, ALDH1A3, CACNA1A, CAMK2B, CHGA, CHGB, DLL1, DLL4, FFAR1, GCG, 
HES1, INSM1, MAPK3, NEUROD1, NKX6-1, PDX1, PTF1A, RFX6, STX1A, TRPM4, UCN3

 LINC00482 0.414** -1.0932474 0.00573003 ABCG1, ALDH1A3, CACNA1A, CAMK2B, DLL1, DLL4, HES1, MAPK3, NKX6-1, PDX1, PLCB4, PTF1A, 
STX1A, TRPM4, UCN3

 AL450998.2 0.413** -1.0090053 0.00579397 ABCC8, ABCG1, ADCY7, ALDH1A3, CACNA1A, CAMK2B, CHGA, CHGB, DLL4, FFAR1, GCG, HES1, 
INSM1, MAPK3, NEUROD1, NKX2-2, NKX6-1, PDX1, PLCB4, RFX6, STX1A, SUSD4, TRPM4, UCN3

 AC234582.1 0.397** -1.0557378 0.01377192 ABCC8, ABCG1, ADCY7, ALDH1A3, CACNA1A, CAMK2B, CHGA, DLL4, HES1, MAPK3, NKX6-1, 
PDX1, RFX6, STX1A, TRPM4, UCN3

 KDM7A-DT 0.394** -1.0891695 0.03269201 ABCG1, ALDH1A3, ARX, CAMK2B, HES1, INSM1, KLF4, MAPK3, NKX6-1, PCLO, PDX1, PLCB4, RFX6, 
STX1A, TRPM4, UCN3

 AC006942.1 0.383** -1.1682946 0.03467244 MAPK3, NKX6-1, PDX1, TRPM4

 FAM201A 0.377** -1.0741873 0.00589022 ABCC8, ABCG1, ADCY7, ALDH1A3, CAMK2B, DLL4, HES1, MAPK3, NKX6-1, PDX1, RFX6, STX1A, 
SUSD4, TRPM4, UCN3

 AC097639.1 0.377** -1.5418811 0.01047655 ABCC8, ABCG1, ALDH1A3, CHGB, DLL1, KLF4, MAPK3, NKX6-1, PDX1, SUSD4, TRPM4

 U73166.1 0.373** -1.5707679 0.00789093 ABCG1, ALDH1A3, DLL1, DLL4, HES1, MAPK3, NKX6-1, PDX1, STX1A, SUSD4, TRPM4

 SEMA3F-AS1 0.372** -1.0500171 0.0079954 ABCG1, DLL1, DLL4, HES1, KLF4, MAPK3, PDX1, STX1A, SUSD4, TRPM4

 MNX1-AS2 0.368** -1.1191168 0.01121461 ABCC8, ABCG1, CACNA1A, CAMK2B, DLL1, DLL4, FFAR1, HES1, HES6, MAPK3, NKX6-1, PDX1, 
STX1A, TRPM4

 KMT2E-AS1 0.361** -1.0672028 0.01315702 ABCC8, ABCG1, CAMK2B, CHGA, DLL4, FFAR1, HES1, MAPK3, NKX6-1, PDX1, PTF1A, STX1A, 
TRPM4, UCN3

 AC011462.4 0.355** -1.4430689 0.00031872 ABCC8, ABCG1, ALDH1A3, CAMK2B, DLL1, DLL4, FFAR1, HES1, MAPK3, NKX6-1, PDX1, PTF1A, 
RFX6, STX1A, TRPM4, UCN3
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RNA-Seq data, we observed that the upregulated DE-
mRNAs exhibited associations with the same DE-lncR-
NAs identified in pancreatic tissues (Supplementary 
Fig. 8).

Identifications of commonly DE‑lncRNAs in pancreatic 
progenitors and islets derived from FOXA2 −/− iPSCs
Next, we aimed to identify commonly dysregulated lncR-
NAs in both PPs and pancreatic islets. We identified 35 
lncRNAs that were downregulated in PPs and pancreatic 
islets lacking FOXA2 compared to WT controls (Fig. 5A, 
B; Table  3). Of those downregulated DE-lncRNAs, only 
12 lncRNAs had a strong Pearson correlation > 0.3 with 
FOXA2 including MEG3, H19, ZNF667-AS1, LINC00543, 

LINC00261, AC097639.1, AL035661.1, SLC25A25-AS1, 
U73166.1, ZNF790-AS1, MNX1-AS2, and AC091563.1 
(Fig.  5C). Furthermore, we showed the global correla-
tion between these 12 lncRNAs and the specific mRNAs 
in the PPs and pancreatic islets in normal pancreatic 
cells from GTEx data (Fig.  5D, E). Independent net-
works for each lncRNA were constructed to highlight 
its linked DEGs in the PPs and pancreatic islets (Fig. 6). 
Multiple DEGs were commonly correlated to a specific 
lncRNA in both stages (Fig. 6). Furthermore, we identi-
fied 8 lncRNAs that were upregulated in PPs and pancre-
atic islets, including AC108865.2, PANCR, AP001528.1, 
LINC02732, LINC01357, AC111000.4, AP000547.3, and 
AC140479.5 (Table  3). The correlation analysis revealed 

** indicates a highly significant correlation

Table 2 (continued)

lncRNA PC Log2‑FC P‑value Other TFs correlated to the lncRNA

 ZNF790-AS1 0.353** -1.3528114 0.00145091 ABCC8, ABCG1, ALDH1A3, ARX, CACNA1A, CAMK2B, CHGA, DLL1, DLL4, FFAR1, HES1, INSM1, 
KLF4, MAPK3, NEUROD1, NKX6-1, PCLO, PDX1, PLCB4, RFX6, STX1A, TRPM4, UCN3

 AC006435.2 0.350** -1.2727405 0.04433202 ABCC8, ABCG1, ADCY7, ALDH1A3, CACNA1A, CAMK2B, CHGA, CHGB, DLL1, DLL4, FFAR1, GCG, 
HES1, INSM1, MAPK3, NEUROD1, NKX2-2, NKX6-1, PCLO, PDX1, PLCB4, RFX6, STX1A, TRPM4, 
UCN3

 LINC00261 0.347** -1.6508816 9.7549E-05 CACNA1A, NKX6-1, PDX1, PLCB4

 AC010883.1 0.335** -1.3060496 0.03125186 ABCG1, ALDH1A3, CAMK2B, DLL4, HES1, MAPK3, NKX6-1, PDX1, PLCB4, STX1A, TRPM4

 AC091563.1 0.335** -1.8529012 0.00086475 ABCC8, ABCG1, ADCY1, ALDH1A3, ARX, CACNA1A, CAMK2B, CHGA, DLL4, FFAR1, HES1, INSM1, 
MAPK3, NEUROD1, NKX6-1, PCLO, PDX1, PLCB4, RFX6, STX1A, TRPM4, UCN3

 AL590617.2 0.322** -1.1898488 0.00069819 ABCC8, ABCG1, ADCY7, CACNA1A, CAMK2B, CHGA, DLL4, FFAR1, GCG, HES1, HES6, INSM1, 
MAPK3, NEUROD1, NKX2-2, NKX6-1, PCLO, PDX1, PLCB4, RFX6, STX1A, TRPM4, UCN3

 AC090510.3 0.319** -1.7243884 0.00167289 ABCC8, ABCG1, CACNA1A, CAMK2B, CHGA, DLL1, DLL4, FFAR1, HES1, INSM1, MAPK3, NKX6-1, 
PCLO, PDX1, PLCB4, RFX6, STX1A, TRPM4, UCN3

 AC110285.2 0.313** -1.5091246 0.00943956 ABCC8, KLF4, MAPK3, NKX6-1, PDX1, STX1A, SUSD4, TRPM4

 MIR210HG 0.306** -1.3568307 0.0139073 ABCC8, ABCG1, ALDH1A3, ARX, CACNA1A, CAMK2B, CHGA, DLL1, DLL4, FFAR1, HES1, INSM1, 
KLF4, MAPK3, NEUROD1, NKX6-1, PCLO, PDX1, PLCB4, RFX6, STX1A, TRPM4, UCN3

 AC016394.2 0.305** -1.4490727 0.03173317 ABCC8, ABCG1, CACNA1A, CAMK2B, CHGA, DLL4, FFAR1, HES1, INSM1, MAPK3, NKX6-1, PDX1, 
PLCB4, RFX6, STX1A, TRPM4, UCN3

 AC005840.4 0.303** -1.2066464 0.00699161 ABCG1, ALDH1A3, DLL1, DLL4, HES6, KLF4, MAPK3, PDX1, STX1A, SUSD4, TRPM4

 AC107464.3 0.303** -1.4874602 0.03289592 ABCC8, ABCG1, ARX, CACNA1A, CAMK2B, DLL4, HES1, MAPK3, NKX6-1, PCLO, PDX1, PLCB4, RFX6, 
STX1A, TRPM4, UCN3

Upregulated
 B3GALT5-AS1  > 0.30** 2.64437 7.75E-05 ATP1B1, ATP1B2, FXYD2, SST, HHEX, ABCC2, SOX9, BMP4, WNT6, MYC

 AC087477.2  > 0.30** 2.21789 0.000124 WNT6, LEF1

 AC027031.2  > 0.30** 1.90392 0.027906 CPA4

 DNM3OS  > 0.30** 1.89734 0.000172 ATP1B1, ATP1B2, FXYD2, PLA2G2A, KCNQ1, HHEX, SOX9, BMP4, DPP4

 AC124067.4  > 0.30** 1.79024 0.000165 WNT6, LEF1

 GATA2-AS1  > 0.30** 1.72026 0.004055 ATP1B1, CPA4, PLA2G2A, KCNQ1, HHEX, SOX9

 AC111000.4  > 0.30** 1.7032 0.000423 ABCC2

 SPATA8  > 0.30** 1.54558 0.00012 ABCC2

 AL049775.1  > 0.30** 1.27009 0.004693 KCNQ1, HHEX, SOX9

 LINC00648  > 0.30** 1.16137 0.046814 ABCC2, WNT6

 AC080038.2  > 0.30** 1.10511 0.032125 ATP1B1, ATP1B2, FXYD2, SST, HHEX, BMP4

 HOXA-AS2  > 0.30** 1.03006 0.000488 ABCC2, WNT6
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that only AC111000.4 had Pearson correlation coeffi-
cients > 0.3, especially with ABCC2 TF.

Validation of the dysregulated lncRNAs in iPSC‑derived 
pancreatic progenitors and islets
To validate the DE-lncRNAs, we performed RT-qPCR on 
pancreatic progenitors and pancreatic islets. RT-qPCR 

analysis showed that the expression of lncRNA tran-
scripts, including MEG3, H19, LINC00261, MIR7-3HG, 
and KCNQ1OT1 was significantly downregulated in PPs 
derived from FOXA2−/−iPSCs compared to WT controls 
(Fig. 7A). Furthermore, at the islet stage, the expression 
of H19, LINC00261, MIR7-3HG, and KCNQ1OT1 was 
significantly downregulated in pancreatic islets lacking 
FOXA2 compared to WT controls (Fig. 7B).

Fig. 5 Identification of commonly downregulated lncRNAs in pancreatic progenitors and islets. A A Venn diagram showing the number of lncRNAs 
that are downregulated in pancreatic progenitor (PPs) and pancreatic islets stages. B Heatmaps showing the expression of the commonly 
downregulated lncRNAs in PPs and pancreatic islets stages. C The commonly downregulated lncRNAs in both stages showed a strong correlation 
with FOXA2. Constructed networks to explore the global correlation of these FOXA2-strongly correlated lncRNAs with other DEGs in PPs (D) 
and pancreatic islet stage (E)
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Discussion
Differentiation of hPSCs into pancreatic islets is con-
trolled by the expression of key genes and TFs that are 
specific for each stage during pancreatic development 
(as reviewed in [2]. Our recent study demonstrated 
that the absence of FOXA2 in iPSCs results in impaired 
differentiation into pancreatic islets, as evidenced by a 
notable decrease in the expression of pancreatic devel-
opmental genes [3]. Furthermore, we found that those 
downregulated genes are targets for several upregu-
lated miRNAs in PPs lacking FOXA2 [39]. In this 
study, we employed the same iPSC model to examine 
the effect of FOXA2 depletion on the lncRNA profile 
at pancreatic progenitor and pancreatic islet stages. 
Our findings revealed that the alterations in the mRNA 
profiles linked to FOXA2 were accompanied with sig-
nificant alterations in the expression of lncRNAs at 
both stages.

By analyzing RNA-seq results from PPs and pancre-
atic islets derived from WT-iPSCs and FOXA2−/−iPSCs, 
we observed a decrease in the expression of criti-
cal pancreatic genes involved in the development and 
function of pancreatic islets, such as PDX1, NKX6.1, 
NEUROG3, NEUROD1, NKX2.2, INS, GCG, and oth-
ers [39]. We conducted a network analysis combining 
these downregulated pancreatic genes with DE-lncR-
NAs. This analysis revealed that 195 and 86 DE-lncR-
NAs in the PPs and pancreatic islets, respectively, 
were strongly correlated with genes known to regu-
late the development and function of pancreatic islets. 
Moreover, we identified 12 DE-lncRNAs that exhib-
ited decreased expression in both PPs and pancreatic 
islets derived from FOXA2−/−iPSCs. These DE-lncR-
NAs include MEG3, H19, ZNF667-AS1, LINC00543, 
LINC00261, AC097639.1, AL035661.1, SLC25A25-AS1, 
U73166.1, ZNF790-AS1, MNX1-AS2, and AC091563.1. 
Some of those lncRNAs play important role in regu-
lating the development and/or function of pancre-
atic islets. For example, MEG3 plays a crucial role in 
controlling pancreatic β-cell mass and regulating the 
expression of Pdx1, Mafa, and Ins2, which are vital for 
pancreas development and insulin secretion [44, 45]. 
MEG3 binding has been observed in the promotor 
region of FOXA2, and its depletion has been linked to 
reduced FOXA2 expression [46]. MEG3 enhancer has 
been found to bind by FOXA2, PDX1, and NKX2.2 in 
human β-cells [47]. Moreover, the maternally expressed 
H19 lncRNA has been shown to promote β-cell devel-
opment by its close association with the insulin-like 
growth factor 2 (Igf2) locus [48, 49]. Intriguingly, our 
data confirmed this strong correlation, as IGF2-AS was 
significantly downregulated, particularly in the PPs 
stage. FOXA2 has been found to interact with the H19 

Table 3 Commonly dysregulated lncRNAs in the PPs and iPSC 
derived pancreatic islets from FOXA2−/− iPSCs in comparison to 
that derived from WT-iPSCs

Pancreatic progenitors 
(PPs)

β‑cell stage

LncRNA Log2 FC p‑value Log2 FC p‑value

Downregulated

 LINC02864 -4.972279036 0.000123222 -2.98476449 0.002945274

 MEG3 -4.373714533 0.004838358 -1.695537434 8.06821E-05

 AL133325.3 -3.99598566 0.0026067 -2.737498389 0.000396846

 H19 -3.36547207 0.00485596 -1.050888105 0.006823965

 ZNF667-AS1 -3.243039847 6.19752E-05 -2.717560856 0.000210262

 CU634019.6 -3.194862483 0.039922842 -1.192479958 0.008498683

 AC069277.1 -3.114859224 9.29544E-05 -2.679374923 0.000701003

 LINC00543 -3.09914005 0.001683363 -1.29696446 0.001586351

 LINC00261 -3.075824167 0.016451323 -1.650881593 9.75487E-05

 AL161908.1 -2.757967046 0.002944123 -1.200190615 0.026481698

 AC097639.1 -2.647646886 0.002050943 -1.541881067 0.01047655

 AL035661.1 -2.278195817 0.004812208 -2.108152808 0.002375826

 AC092171.3 -2.272636845 0.000741109 -1.147031159 0.000704907

 MIR31HG -2.222944778 0.02063138 -1.301936215 0.027976252

 FAM215B -2.169039549 0.015553135 -1.089686542 0.017146332

 AC011503.2 -2.152742951 0.000603108 -1.970352528 9.47392E-05

 AC073046.1 -2.132161904 0.006396904 -1.286680951 0.017689242

 SLC25A25-
AS1

-1.9302323 0.025532882 -1.05349219 0.008940334

 AC048382.2 -1.858513511 0.001210312 -1.164296471 0.030130827

 AC244636.3 -1.804998996 0.011401985 -1.102553403 0.000384212

 AC016590.3 -1.64726758 0.01512032 -1.656663538 0.000219614

 AC018521.6 -1.569659776 0.004432069 -1.147751692 0.011001064

 AL591684.2 -1.46522189 0.006228583 -1.097860713 0.012037403

 U73166.1 -1.429991468 0.029312295 -1.570767863 0.007890927

 AL512625.1 -1.352837672 0.018258575 -1.04791555 0.002257768

 AC006116.11 -1.27904533 0.005817342 -1.230767621 0.040102747

 ZNF790-AS1 -1.229759258 0.007887571 -1.352811357 0.00145091

 AL021395.1 -1.22320025 0.021478149 -1.456225426 0.000491092

 MNX1-AS2 -1.220972989 0.016022764 -1.119116833 0.011214612

 AC091563.1 -1.142586895 0.002025041 -1.852901184 0.000864753

 AL121761.1 -1.096367847 0.013523216 -2.47631697 0.002825188

 AC007403.1 -1.083637207 0.015727536 -1.197241732 0.000293157

 AC244197.2 -1.061029505 0.0288463 -1.701001108 0.004129482

 AC122129.1 -1.053981503 0.007871661 -1.338206292 0.01405125

 LINC01806 -1.023333368 0.023463599 -1.207405254 0.013336001

Upregulated

 AC108865.2 2.76635816 0.02203366 2.16623553 0.01491233

 PANCR 1.68884068 0.00676697 1.32679449 0.04815831

 AP001528.1 1.63797665 0.00049588 1.31355731 0.00045822

 LINC02732 1.52230916 0.03275826 1.50124372 0.02094184

 LINC01357 1.40909594 0.01116811 1.08663066 0.00471372

 AC111000.4 1.36919958 0.04373589 1.70320464 0.00042295

 AP000547.3 1.28967432 0.00223951 1.14135645 0.00160776

 AC140479.5 1.14460205 0.030656 1.10003456 0.00085757
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Fig. 6 Individual networks for each commonly downregulated lncRNA exhibited strong correlation to FOXA2. The networks were constructed 
for MEG3, H19, ZNF667-AS1, LINC00543, LINC00261, AC097639.1, AL035661.1, SLC25A25-AS1, U73166.1, ZNF790-AS1, MNX1-AS2, and AC091563.1. The 
curved lines represent the transcription factors, which are commonly correlated to the lncRNA in both stages of PPs and pancreatic islets
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E1 enhancer, regulating its expression, particularly in 
the early developmental stage of fetal liver [50]. Addi-
tionally, we found that LINC00261 was significantly 
downregulated and displayed a robust correlation 
with several pancreatic genes, such as FOXA2, PDX1, 
NKX6.1, TCF7L2, MNX1, GLIS3, CACNA1A, and 
PLCB4. It has been previously reported in several stud-
ies that LINC00261 positively regulates FOXA2 [36, 
37, 51], and the loss of LINC00261 during pancreatic 
endocrine differentiation has been found to reduce the 
percentage of the generated insulin-secreting cells [38]. 
Moreover, we noticed a significant correlation between 
FOXA2 and SLC25A25-AS1 lncRNA. Downregulation 
of SLC25A25-AS1 has been linked to epithelial mesen-
chymal transition (EMT), resulting in the acquisition of 
mesenchymal characteristics [52], suggesting a possi-
ble epigenetic modulation of EMT-related lncRNAs by 
FOXA2. Another lncRNA that showed a strong correla-
tion with FOXA2 and was downregulated in our study 
is SLC25A3, which its suppression has been reported 
to contribute to diabetes development by reducing ATP 
levels [53]. Furthermore, we identified MNX1-AS2, 
ZNF667-AS1 (MORT) and ZNF790-AS1, which were 
strongly correlated with FOXA2. MNX1 and ZNF are 
essential for pancreatic development [2, 54]. We also 
found that several downregulated lncRNAs, such as 
LINC00543, AC097639.1, AL035661.1, U73166.1, and 

AC091563.1, have not been investigated in the context 
of pancreatic development and their correlation with 
FOXA2 should be explored in future studies. Taken 
together, these findings suggest that lncRNAs may play 
a role in regulating the expression of key genes involved 
in pancreatic development, including FOXA2 and vice 
versa.

Several studies have reported that changes in the 
expression of lncRNAs are linked to pancreatic islet 
development and various types of diabetes. lncRNAs 
have been identified to play a role in the development of 
diabetes and may be potential biomarkers for the early 
detection of diabetes [55–57]. LINC00261 and MIR7-
3HG have been shown to be highly expressed lncRNAs 
in hESC-derived PPs in recent profiling studies [38]. 
Our study further supports the correlation between 
FOXA2 and these lncRNAs by demonstrating that their 
expression levels were decreased upon FOXA2 deletion, 
indicating their significance in pancreatic progenitor 
and β-cell development. Moreover, our findings dem-
onstrated that several lncRNAs, downregulated upon 
FOXA2 deletion are known to be linked to diabetes. For 
instance, MEG3 expression is strongly associated with 
diabetes, and its expression is downregulated in pan-
creatic islets of type 1 (T1D) and type 2 diabetes (T2D) 
in mouse and human [44, 58, 59]. Decreased expres-
sion of lncRNA H19 has also been noticed in diabetes 

Fig. 7 RT-qPCR validation for DE-lncRNAs crucial for pancreatic development and function. A RT-qPCR analysis for validation of selected 
DE-lncRNAs in iPSC-derived pancreatic progenitors (PPs), including MEG3, H19, LINC00261, MIR7-3HG, and KCNQ1OT1 for pancreatic progenitors. B 
RT-qPCR analysis for validation of selected DE-lncRNAs in iPSC-derived pancreatic islet stage, including H19, LINC00261, MIR7-3HG, and KCNQ1OT1. 
Data are represented as mean ± SD; *p < 0.05, **p < 0.01, ***p < 0.001
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and linked to its clinicopathological abnormalities [60, 
61]. Downregulation of KCNQ1OT1 is associated with 
an increased risk of T2D [62, 63]. GAS5 lncRNA is 
decreased in the serum of patients with diabetes and 
individuals with low GAS5 levels are more susceptible 
to develop diabetes [64], as its reduction decreases the 
insulin secretion and increases the β-cell dysfunction-
ality [65]. Downregulation of lncRNA TUG1 expres-
sion alters insulin secretion and induces apoptosis in 
pancreatic β-cells [66]. MALAT1 downregulates the 
PDX1 expression and impairs the β-cell function [23], 
and the upregulation of MALAT1 has been reported 
in the blood of T2D patients [67, 68]. Linc13 is associ-
ated with T1D through its contribution in the inflam-
matory pathway activation and β-cell destruction [69]. 
Increased expression of lncRNA PVT1 activates the 
oxidative stress and β-cell apoptosis; however, its silenc-
ing enhances the insulin secretory capacity [70], which 
classify the PVT1 as a diabetes-associated lncRNA. A 
previous report has indicated that a heterozygous mis-
sense variant in FOXA2 can cause monogenic diabetes 
[8]. Also, the risk alleles for T2D have been found to be 
associated with the FOXA2 binding enhancer [7]. When 
take in conjunction with our recent findings demon-
strating that deficiency of FOXA2 impairs pancre-
atic islet development and may lead to diabetes, these 
observations suggest the involvement of the alterations 
in lncRNA expression reported in this study may play a 
role in this effect.

To summarize, this study demonstrates that the dele-
tion of FOXA2 disrupts the profiles of mRNAs and 
lncRNAs during pancreatic progenitor and β-cell stages 
of pancreatic development. Furthermore, this study 
revealed a strong association between lncRNAs and 
several critical pancreatic genes and TFs during pan-
creatic differentiation. The presented data suggest that 
the observed impairment in pancreatic islet develop-
ment in the absence of FOXA2 is linked to significant 
changes in the expression profile of lncRNAs. Together 
with prior research, these findings suggest that dysreg-
ulated lncRNAs may play an essential role in the devel-
opment and function of pancreatic islet cells and may 
contribute to the development of diabetes. Whether 
FOXA2 directly regulates the expression of the iden-
tified lncRNAs, or loss of FOXA2 and subsequent 
impairment of pancreatic development leads to dereg-
ulated lncRNA expression remains to be investigated. 
These findings provide a basis for further functional 
investigation into the newly identified lncRNAs to gain 
a better understanding of their role during pancreatic 
development.
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Additional file 1: Supplementary Fig. 1. Differentiation of FOXA2 
knockout iPSCs into pancreatic islets. (A) A diagram showing the differen-
tiation protocol used in this study. FOXA2-/- iPSCs and WT- 2 iPSCs were 
differentiated into pancreatic progenitors (PPs), endocrine progenitors 
(EPs), and pancreatic islet cells. The initial four stages of differentiation 
were generated using our protocol, while the subsequent stages of islet 
differentiation followed Rezania protocol. (B) In comparison to the WT 
control, the differentiation of FOXA2-/- iPSCs demonstrated a significant 
reduction in the expression of PP markers, including PDX1 and NKX6.1. (C) 
The Absence of FOXA2 resulted in a notable decrease in the expression 
of endocrine progenitor markers, NGN3 and NKX2.2. (D) Loss of FOXA2 
led to a substantial reduction in the expression of insulin (INS) and 
glucagon (GCG), indicating a decline in both beta and alpha cell mass 
within the derived pancreatic islets. Supplementary Fig. 2. Heatmaps 
for the correlated downregulated lncRNAs in pancreatic progenitors. 
Separate heatmaps are displayed for the correlation of lncRNAs with 
FOXA2, PDX1, and NKX6.1, as well as a heatmap for lncRNAs that are 
commonly correlated with FOXA2, PDX1, and NKX6.1. Supplementary 
Fig. 3. Co-expression network analysis of downregulated lncRNAs and 
DEGs in pancreatic progenitors derived from FOXA2-/- iPSCs. A network 
showing the correlation analysis between the downregulated DE-lncRNAs 
and DEGs in the iPSC-derived pancreatic progenitors (PPs) lacking FOXA2. 
Supplementary Fig. 4. Strongly upregulated lncRNAs with a Pearson cor-
relation coefficient (PC) > 0.3 in the pancreatic progenitors derived from 
iPSCs lacking FOXA2. The upregulated lncRNAs are presented in a heat-
map (A), and their correlation with DEGs is depicted in a network using 
expression data from an online database of 305 pancreatic tissues (B) 
and data generated in this study from iPSC-derived pancreatic islets (C). 
Supplementary Fig. 5. Co-expression network analysis of downregulated 
lncRNAs and DE-mRNAsin pancreatic islets derived from FOXA2-/- iPSCs. 
The correlation analysis between the downregulated DE-lncRNAs and DE-
mRNAs in iPSC-derived pancreatic islets lacking FOXA2. Supplementary 
Fig. 6. Heatmaps for the downregulated lncRNAs that are correlated in 
the pancreatic islets. Separate heatmaps are displayed for the correlation 
of lncRNAs with FOXA2, PDX1, NKX6.1, and ABCC8, as well as a heatmap 
for lncRNAs that are commonly correlated with FOXA2, PDX1, NKX6.1 
and ABCC8. Supplementary Fig. 7. Strongly upregulated lncRNAs with 
a Pearson correlation coefficient (PC) > 0.3 in the pancreatic islets derived 
from iPSCs lacking FOXA2. The upregulated lncRNAs are presented in a 
heatmap (A), and their correlation with DEGs is depicted in a network (B). 
Supplementary Fig. 8. Co-expression network analysis of upregulated 
lncRNAs and DEmRNAs in pancreatic islets derived from FOXA2-/- iPSCs. 
The correlation analysis between the upregulated DE-lncRNAs and DE-
mRNAs in iPSC-derived pancreatic islets lacking FOXA2.

Additional file 2: Supplementary Table 1. List of primers used for qPCR 
validation of selected deferentially expressed lncRNAs in the pancreatic 
progenitors and islets derived from FOXA2-/- iPSCs in comparison to 
those derived from WT-iPSCs. Supplementary Table 2. Top dysregulated 
lncRNAs in pancreatic progenitors (PPs) derived from FOXA2-/- iPSCs in 
comparison to those derived from WT-iPSCs (p < 0.05). Supplementary 
Table 3. Selected differentially expressed genes (DEGs) to study its cor-
relation to the lncRNAs. Supplementary Table 4. List of downregulated 
lncRNAs with common strong correlation to FOXA2, PDX1 and NKX6.1 
with a Pearson correlation (PC) > 0.3 in the pancreatic progenitors (PPs) 
derived from FOXA2-/- iPSCs in comparison to those derived from WT-
iPSCs (p < 0.05). Supplementary Table 5. Top dysregulated lncRNAs in 
pancreatic islets derived from FOXA2-/- iPSCs in comparison to those 
derived from WT-iPSCs (p < 0.05). Supplementary Table 6. List of down-
regulated lncRNAs with common strong correlation to FOXA2, PDX1, 
NKX6.1, and ABCC8 with a Pearson correlation (PC) > 0.3 in the pancreatic 
islets derived from FOXA2 -/- iPSCs in comparison to those derived from 
WT-iPSCs (p < 0.05).

https://doi.org/10.1186/s12964-023-01212-2
https://doi.org/10.1186/s12964-023-01212-2


Page 20 of 22Elsayed et al. Cell Communication and Signaling          (2023) 21:229 

Acknowledgements
We thank the Genomic Core members at QBRI for their assistance for technical 
support in RNA and miRNA sequencing.

Authors’ contributions
A.K.E. performed the experiments. A.K.E. and E.M.A. analyzed the data and 
wrote the manuscript. N.M.A. analyzed the RNA-Seq data, performed correla-
tion analysis, and revised the manuscript. E.M.A. conceived and designed this 
research, revised the manuscript, and obtained research funding. All authors 
reviewed and approved the final version of the manuscript.

Funding
This work was funded by grants from Qatar Biomedical Research Institute 
(QBRI) (Grant No. IGP3). Open Access funding provided by the Qatar National 
Library (QNL).

Availability of data and materials
The data that support the findings of this study are available from the cor-
responding author upon reasonable request.

Declarations

Ethics approval and consent to participate
Not applicable.

Competing interests
The authors declare no competing interests.

Received: 13 April 2023   Accepted: 1 July 2023

References
 1. Willmann SJ, Mueller NS, Engert S, Sterr M, Burtscher I, Raducanu A, Irmler 

M, Beckers J, Sass S, Theis FJ, Lickert H. The global gene expression profile 
of the secondary transition during pancreatic development. Mech Dev. 
2016;139:51–64.

 2. Al-Khawaga S, Memon B, Butler AE, Taheri S, Abou-Samra AB, Abdelalim EM. 
Pathways governing development of stem cell-derived pancreatic beta cells: 
lessons from embryogenesis. Biol Rev Camb Philos Soc. 2018;93:364–89.

 3. Elsayed AK, Younis I, Ali G, Hussain K, Abdelalim EM. Aberrant develop-
ment of pancreatic beta cells derived from human iPSCs with FOXA2 
deficiency. Cell Death Dis. 2021;12:103.

 4. Aghadi M, Elgendy R, Abdelalim EM. Loss of FOXA2 induces ER stress and 
hepatic steatosis and alters developmental gene expression in human 
iPSC-derived hepatocytes. Cell Death Dis. 2022;13:713.

 5. Bastidas-Ponce A, Roscioni SS, Burtscher I, Bader E, Sterr M, Bakhti M, 
Lickert H. Foxa2 and Pdx1 cooperatively regulate postnatal maturation of 
pancreatic beta-cells. Mol Metab. 2017;6:524–34.

 6. Heddad Masson M, Poisson C, Guerardel A, Mamin A, Philippe J, Gosmain 
Y. Foxa1 and Foxa2 regulate alpha-cell differentiation, glucagon biosyn-
thesis, and secretion. Endocrinology. 2014;155:3781–92.

 7. Gaulton KJ, Ferreira T, Lee Y, Raimondo A, Magi R, Reschen ME, Mahajan A, 
Locke A, Rayner NW, Robertson N, Scott RA, Prokopenko I, Scott LJ, Green 
T, Sparso T, Thuillier D, Yengo L, Grallert H, Wahl S, Franberg M, Straw-
bridge RJ, Kestler H, Chheda H, Eisele L, Gustafsson S, Steinthorsdottir V, 
Thorleifsson G, Qi L, Karssen LC, van Leeuwen EM, Willems SM, Li M, Chen 
H, Fuchsberger C, Kwan P, Ma C, Linderman M, Lu Y, Thomsen SK, Rundle 
JK, Beer NL, van de Bunt M, Chalisey A, Kang HM, Voight BF, Abecasis GR, 
Almgren P, Baldassarre D, Balkau B, Benediktsson R, Bluher M, Boeing H, 
Bonnycastle LL, Bottinger EP, Burtt NP, Carey J, Charpentier G, Chines PS, 
Cornelis MC, Couper DJ, Crenshaw AT, van Dam RM, Doney AS, Dorkhan 
M, Edkins S, Eriksson JG, Esko T, Eury E, Fadista J, Flannick J, Fontanillas P, 
Fox C, Franks PW, Gertow K, Gieger C, Gigante B, Gottesman O, Grant GB, 
Grarup N, Groves CJ, Hassinen M, Have CT, Herder C, Holmen OL, Hreidars-
son AB, Humphries SE, Hunter DJ, Jackson AU, Jonsson A, Jorgensen ME, 
Jorgensen T, Kao WH, Kerrison ND, Kinnunen L, Klopp N, Kong A, Kovacs 
P, Kraft P, Kravic J, Langford C, Leander K, Liang L, Lichtner P, Lindgren CM, 

Lindholm E, Linneberg A, Liu CT, Lobbens S, Luan J, Lyssenko V, Mannisto 
S, McLeod O, Meyer J, Mihailov E, Mirza G, Muhleisen TW, Muller-Nurasyid 
M, Navarro C, Nothen MM, Oskolkov NN, Owen KR, Palli D, Pechlivanis S, 
Peltonen L, Perry JR, Platou CG, Roden M, Ruderfer D, Rybin D, van der 
Schouw YT, Sennblad B, Sigurethsson G, Stancakova A, Steinbach G, Storm 
P, Strauch K, Stringham HM, Sun Q, Thorand B, Tikkanen E, Tonjes A, Trakalo 
J, Tremoli E, Tuomi T, Wennauer R, Wiltshire S, Wood AR, Zeggini E, Dun-
ham I, Birney E, Pasquali L, Ferrer J, Loos RJ, Dupuis J, Florez JC, Boerwinkle 
E, Pankow JS, van Duijn C, Sijbrands E, Meigs JB, Hu FB, Thorsteinsdottir 
U, Stefansson K, Lakka TA, Rauramaa R, Stumvoll M, Pedersen NL, Lind 
L, Keinanen-Kiukaanniemi SM, Korpi-Hyovalti E, Saaristo TE, Saltevo J, 
Kuusisto J, Laakso M, Metspalu A, Erbel R, Jocke KH, Moebus S, Ripatti S, 
Salomaa V, Ingelsson E, Boehm BO, Bergman RN, Collins FS, Mohlke KL, 
Koistinen H, Tuomilehto J, Hveem K, Njolstad I, Deloukas P, Donnelly PJ, 
Frayling TM, Hattersley AT, de Faire U, Hamsten A, Illig T, Peters A, Cauchi 
S, Sladek R, Froguel P, Hansen T, Pedersen O, Morris AD, Palmer CN, 
Kathiresan S, Melander O, Nilsson PM, Groop LC, Barroso I, Langenberg C, 
Wareham NJ, O’Callaghan CA, Gloyn AL, Altshuler D, Boehnke M, Teslovich 
TM, McCarthy MI, Morris AP, Replication DIG, Meta-analysis C. Genetic fine 
mapping and genomic annotation defines causal mechanisms at type 2 
diabetes susceptibility loci. Nat Genet. 2015;47:1415–25.

 8. Stekelenburg C, Gerster K, Blouin JL, Lang-Muritano M, Guipponi M, 
Santoni F, Schwitzgebel VM. Exome sequencing identifies a de novo 
FOXA2 variant in a patient with syndromic diabetes. Pediatr Diabetes. 
2019;20:366–9.

 9. Marchese FP, Raimondi I, Huarte M. The multidimensional mechanisms of 
long noncoding RNA function. Genome Biol. 2017;18:206.

 10. Yoon JH, Abdelmohsen K, Gorospe M. Posttranscriptional gene regulation 
by long noncoding RNA. J Mol Biol. 2013;425:3723–30.

 11. Arnes L, Sussel L. Epigenetic modifications and long noncoding 
RNAs influence pancreas development and function. Trends Genet. 
2015;31:290–9.

 12. Kopp F, Mendell JT. Functional Classification and Experimental Dissection 
of Long Noncoding RNAs. Cell. 2018;172:393–407.

 13. Luo S, Lu JY, Liu L, Yin Y, Chen C, Han X, Wu B, Xu R, Liu W, Yan P, Shao 
W, Lu Z, Li H, Na J, Tang F, Wang J, Zhang YE, Shen X. Divergent lncRNAs 
Regulate Gene Expression and Lineage Differentiation in Pluripotent 
Cells. Cell Stem Cell. 2016;18:637–52.

 14. Neumann P, Jae N, Knau A, Glaser SF, Fouani Y, Rossbach O, Kruger M, 
John D, Bindereif A, Grote P, Boon RA, Dimmeler S. The lncRNA GATA6-AS 
epigenetically regulates endothelial gene expression via interaction with 
LOXL2. Nat Commun. 2018;9:237.

 15. van Heesch S, Witte F, Schneider-Lunitz V, Schulz JF, Adami E, Faber 
AB, Kirchner M, Maatz H, Blachut S, Sandmann CL, Kanda M, Worth CL, 
Schafer S, Calviello L, Merriott R, Patone G, Hummel O, Wyler E, Ober-
mayer B, Mucke MB, Lindberg EL, Trnka F, Memczak S, Schilling M, Felkin 
LE, Barton PJR, Quaife NM, Vanezis K, Diecke S, Mukai M, Mah N, Oh SJ, 
Kurtz A, Schramm C, Schwinge D, Sebode M, Harakalova M, Asselbergs 
FW, Vink A, de Weger RA, Viswanathan S, Widjaja AA, Gartner-Rommel A, 
Milting H, Dos Remedios C, Knosalla C, Mertins P, Landthaler M, Vingron 
M, Linke WA, Seidman JG, Seidman CE, Rajewsky N, Ohler U, Cook 
SA, Hubner N. The Translational Landscape of the Human Heart. Cell. 
2019;178(242–260):e29.

 16. Krchnakova Z, Thakur PK, Krausova M, Bieberstein N, Haberman N, 
Muller-McNicoll M, Stanek D. Splicing of long non-coding RNAs primarily 
depends on polypyrimidine tract and 5’ splice-site sequences due to 
weak interactions with SR proteins. Nucleic Acids Res. 2019;47:911–28.

 17. Derrien T, Johnson R, Bussotti G, Tanzer A, Djebali S, Tilgner H, Guernec G, 
Martin D, Merkel A, Knowles DG, Lagarde J, Veeravalli L, Ruan X, Ruan Y, 
Lassmann T, Carninci P, Brown JB, Lipovich L, Gonzalez JM, Thomas M, Davis 
CA, Shiekhattar R, Gingeras TR, Hubbard TJ, Notredame C, Harrow J, Guigo R. 
The GENCODE v7 catalog of human long noncoding RNAs: analysis of their 
gene structure, evolution, and expression. Genome Res. 2012;22:1775–89.

 18. Pullen TJ, Rutter GA. Roles of lncRNAs in pancreatic beta cell identity and 
diabetes susceptibility. Front Genet. 2014;5:193.

 19. Lopez-Noriega L, Rutter GA. Long Non-Coding RNAs as Key Modulators 
of Pancreatic β-Cell Mass and Function. Front Endocrinol (Lausanne). 
2021;11:610213.

 20. Moran I, Akerman I, van de Bunt M, Xie R, Benazra M, Nammo T, Arnes L, 
Nakic N, Garcia-Hurtado J, Rodriguez-Segui S, Pasquali L, Sauty-Colace C, 
Beucher A, Scharfmann R, van Arensbergen J, Johnson PR, Berry A, Lee C, 



Page 21 of 22Elsayed et al. Cell Communication and Signaling          (2023) 21:229  

Harkins T, Gmyr V, Pattou F, Kerr-Conte J, Piemonti L, Berney T, Hanley N, 
Gloyn AL, Sussel L, Langman L, Brayman KL, Sander M, McCarthy MI, Ravas-
sard P, Ferrer J. Human beta cell transcriptome analysis uncovers lncRNAs 
that are tissue-specific, dynamically regulated, and abnormally expressed 
in type 2 diabetes. Cell Metab. 2012;16:435–48.

 21. Arnes L, Akerman I, Balderes DA, Ferrer J, Sussel L. betalinc1 encodes a 
long noncoding RNA that regulates islet beta-cell formation and func-
tion. Genes Dev. 2016;30:502–7.

 22. Akerman I, Tu Z, Beucher A, Rolando DMY, Sauty-Colace C, Benazra M, 
Nakic N, Yang J, Wang H, Pasquali L, Moran I, Garcia-Hurtado J, Castro N, 
Gonzalez-Franco R, Stewart AF, Bonner C, Piemonti L, Berney T, Groop L, 
Kerr-Conte J, Pattou F, Argmann C, Schadt E, Ravassard P, Ferrer J. Human 
Pancreatic beta Cell lncRNAs Control Cell-Specific Regulatory Networks. 
Cell Metab. 2017;25:400–11.

 23. Ding H, Wang F, Shi X, Ma H, Du Y, Hou L, Xing N. LncRNA MALAT1 
induces the dysfunction of beta cells via reducing the histone 
acetylation of the PDX-1 promoter in type 1 diabetes. Exp Mol Pathol. 
2020;114:104432.

 24. Zhang FF, Liu YH, Wang DW, Liu TS, Yang Y, Guo JM, Pan Y, Zhang YF, Du 
H, Li L, Jin L. Obesity-induced reduced expression of the lncRNA ROIT 
impairs insulin transcription by downregulation of Nkx6.1 methylation. 
Diabetologia. 2020;63:811–24.

 25. Huang Y, Xu Y, Lu Y, Zhu S, Guo Y, Sun C, Xu L, Chen X, Zhao Y, Yu B, Yang Y, 
Wang Z. lncRNA Gm10451 regulates PTIP to facilitate iPSCs-derived beta-
like cell differentiation by targeting miR-338-3p as a ceRNA. Biomaterials. 
2019;216:119266.

 26. Singer RA, Arnes L, Cui Y, Wang J, Gao Y, Guney MA, Burnum-Johnson KE, 
Rabadan R, Ansong C, Orr G, Sussel L. The Long Noncoding RNA Paupar 
Modulates PAX6 Regulatory Activities to Promote Alpha Cell Develop-
ment and Function. Cell Metab. 2019;30(1091–1106):e8.

 27. Huang J, Sachdeva M, Xu E, Robinson TJ, Luo L, Ma Y, Williams NT, Lopez 
O, Cervia LD, Yuan F, Qin X, Zhang D, Owzar K, Gokgoz N, Seto A, Okada 
T, Singer S, Andrulis IL, Wunder JS, Lazar AJ, Rubin BP, Pipho K, Mello SS, 
Giudice J, Kirsch DG. The Long Noncoding RNA NEAT1 Promotes Sarcoma 
Metastasis by Regulating RNA Splicing Pathways. Mol Cancer Res. 
2020;18:1534–44.

 28. Bramswig NC, Everett LJ, Schug J, Dorrell C, Liu C, Luo Y, Streeter PR, Naji 
A, Grompe M, Kaestner KH. Epigenomic plasticity enables human pancre-
atic alpha to beta cell reprogramming. J Clin Invest. 2013;123:1275–84.

 29. Motterle A, Gattesco S, Caille D, Meda P, Regazzi R. Involvement of long 
non-coding RNAs in beta cell failure at the onset of type 1 diabetes in 
NOD mice. Diabetologia. 2015;58:1827–35.

 30. Motterle A, Gattesco S, Peyot ML, Esguerra JLS, Gomez-Ruiz A, Laybutt 
DR, Gilon P, Burdet F, Ibberson M, Eliasson L, Prentki M, Regazzi R. 
Identification of islet-enriched long non-coding RNAs contributing to 
beta-cell failure in type 2 diabetes. Mol Metab. 2017;6:1407–18.

 31. Geng G, Zhang Z, Cheng L. Identification of a Multi-Long Noncoding 
RNA Signature for the Diagnosis of Type 1 Diabetes Mellitus. Front 
Bioeng Biotechnol. 2020;8:553.

 32. Mei M, Nie J, Sun H, Wang H, Rong L. LncRNA-NEF regulated the 
hyperoxia-induced injury of lung epithelial cells by FOXA2. Am J Transl 
Res. 2020;12:5563–74.

 33. Liang WC, Ren JL, Wong CW, Chan SO, Waye MM, Fu WM, Zhang JF. 
LncRNA-NEF antagonized epithelial to mesenchymal transition and 
cancer metastasis via cis-regulating FOXA2 and inactivating Wnt/beta-
catenin signaling. Oncogene. 2018;37:1445–56.

 34. Jin S, He J, Zhou Y, Wu D, Li J, Gao W. LncRNA FTX activates FOXA2 
expression to inhibit non-small-cell lung cancer proliferation and 
metastasis. J Cell Mol Med. 2020;24:4839–49.

 35. Wang R, Shi Y, Chen L, Jiang Y, Mao C, Yan B, Liu S, Shan B, Tao Y, Wang X. The 
ratio of FoxA1 to FoxA2 in lung adenocarcinoma is regulated by LncRNA 
HOTAIR and chromatin remodeling factor LSH. Sci Rep. 2015;5:17826.

 36. Swarr DT, Herriges M, Li S, Morley M, Fernandes S, Sridharan A, Zhou 
S, Garcia BA, Stewart K, Morrisey EE. The long noncoding RNA Falcor 
regulates Foxa2 expression to maintain lung epithelial homeostasis 
and promote regeneration. Genes Dev. 2019;33:656–68.

 37. Jiang W, Liu Y, Liu R, Zhang K, Zhang Y. The lncRNA DEANR1 facilitates 
human endoderm differentiation by activating FOXA2 expression. Cell 
Rep. 2015;11:137–48.

 38. Gaertner B, van Heesch S, Schneider-Lunitz V, Schulz JF, Witte F, Blachut 
S, Nguyen S, Wong R, Matta I, Hubner N, Sander M. A human ESC-based 
screen identifies a role for the translated lncRNA LINC00261 in pancre-
atic endocrine differentiation. Elife. 2020;9:e58659.

 39 Aldous N, Elsayed AK, Alajez NM, Abdelalim EM. iPSC-Derived Pancre-
atic Progenitors Lacking FOXA2 Reveal Alterations in miRNA Expression 
Targeting Key Pancreatic Genes. Stem Cell Rev Rep. 2023;19:1082–97.

 40. Olsson A, Venkatasubramanian M, Chaudhri VK, Aronow BJ, Salomonis 
N, Singh H, Grimes HL. Single-cell analysis of mixed-lineage states lead-
ing to a binary cell fate choice. Nature. 2016;537:698–702.

 41. Shaath H, Vishnubalaji R, Elango R, Khattak S, Alajez NM. Single-cell 
long noncoding RNA (lncRNA) transcriptome implicates MALAT1 
in triple-negative breast cancer (TNBC) resistance to neoadjuvant 
chemotherapy. Cell Death Discov. 2021;7:23.

 42. Shannon P, Markiel A, Ozier O, Baliga NS, Wang JT, Ramage D, Amin 
N, Schwikowski B, Ideker T. Cytoscape: a software environment for 
integrated models of biomolecular interaction networks. Genome Res. 
2003;13:2498–504.

 43. Vishnubalaji R, Alajez NM. Epigenetic regulation of triple negative 
breast cancer (TNBC) by TGF-beta signaling. Sci Rep. 2021;11:15410.

 44. You L, Wang N, Yin D, Wang L, Jin F, Zhu Y, Yuan Q, De W. Downregula-
tion of Long Noncoding RNA Meg3 Affects Insulin Synthesis and Secre-
tion in Mouse Pancreatic Beta Cells. J Cell Physiol. 2016;231:852–62.

 45. Wang N, Zhu Y, Xie M, Wang L, Jin F, Li Y, Yuan Q, De W. Long Noncoding 
RNA Meg3 Regulates Mafa Expression in Mouse Beta Cells by Inactivat-
ing Rad21, Smc3 or Sin3alpha. Cell Physiol Biochem. 2018;45:2031–43.

 46 Gokey JJ, Snowball J, Sridharan A, Speth JP, Black KE, Hariri LP, Perl AT, 
Xu Y, Whitsett JA. MEG3 is increased in idiopathic pulmonary fibrosis 
and regulates epithelial cell differentiation. JCI Insight. 2018;3:e122490.

 47. Kameswaran V, Golson ML, Ramos-Rodriguez M, Ou K, Wang YJ, Zhang 
J, Pasquali L, Kaestner KH. The Dysregulation of the DLK1-MEG3 Locus 
in Islets From Patients With Type 2 Diabetes Is Mimicked by Targeted 
Epimutation of Its Promoter With TALE-DNMT Constructs. Diabetes. 
2018;67:1807–15.

 48. Sanchez-Parra C, Jacovetti C, Dumortier O, Lee K, Peyot ML, Guay C, 
Prentki M, Laybutt DR, Van Obberghen E, Regazzi R. Contribution of the 
Long Noncoding RNA H19 to beta-Cell Mass Expansion in Neonatal 
and Adult Rodents. Diabetes. 2018;67:2254–67.

 49. Ding GL, Wang FF, Shu J, Tian S, Jiang Y, Zhang D, Wang N, Luo Q, 
Zhang Y, Jin F, Leung PC, Sheng JZ, Huang HF. Transgenerational 
glucose intolerance with Igf2/H19 epigenetic alterations in mouse islet 
induced by intrauterine hyperglycemia. Diabetes. 2012;61:1133–42.

 50. Long L, Spear BT. FoxA proteins regulate H19 endoderm enhancer E1 
and exhibit developmental changes in enhancer binding in vivo. Mol 
Cell Biol. 2004;24:9601–9.

 51. Amaral PP, Leonardi T, Han N, Vire E, Gascoigne DK, Arias-Carrasco 
R, Buscher M, Pandolfini L, Zhang A, Pluchino S, Maracaja-Coutinho 
V, Nakaya HI, Hemberg M, Shiekhattar R, Enright AJ, Kouzarides T. 
Genomic positional conservation identifies topological anchor point 
RNAs linked to developmental loci. Genome Biol. 2018;19:32.

 52. Li Y, Huang S, Li Y, Zhang W, He K, Zhao M, Lin H, Li D, Zhang H, Zheng 
Z, Huang C. Decreased expression of LncRNA SLC25A25-AS1 promotes 
proliferation, chemoresistance, and EMT in colorectal cancer cells. 
Tumour Biol. 2016;37:14205–15.

 53. Taheri M, Eghtedarian R, Dinger ME, Ghafouri-Fard S. Emerging roles 
of non-coding RNAs in the pathogenesis of type 1 diabetes mellitus. 
Biomed Pharmacother. 2020;129:110509.

 54. De Franco E, NDL Owens, H Montaser, MN Wakeling, J Saarimäki-Vire, 
H Ibrahim, A Triantou, D Balboa, RC Caswell, MB Johnson, S Ellard, 
CF Wright, SE Flanagan, T Otonkoski, AT Hattersley and M Imbeault. 
Primate-specific ZNF808 is essential for pancreatic development in 
humans. medRxiv 2021.08.23.21262262. https:// doi. org/ 10. 1101/ 2021. 
08. 23. 21262 262.

 55. Guo J, Liu Z, Gong R. Long noncoding RNA: an emerging player in dia-
betes and diabetic kidney disease. Clin Sci (Lond). 2019;133:1321–39.

 56. Wang X, Chang X, Zhang P, Fan L, Zhou T, Sun K. Aberrant Expression of 
Long Non-Coding RNAs in Newly Diagnosed Type 2 Diabetes Indicates 
Potential Roles in Chronic Inflammation and Insulin Resistance. Cell 
Physiol Biochem. 2017;43:2367–78.

https://doi.org/10.1101/2021.08.23.21262262
https://doi.org/10.1101/2021.08.23.21262262


Page 22 of 22Elsayed et al. Cell Communication and Signaling          (2023) 21:229 

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

 57. Dieter C, Lemos NE, Correa NRF, Assmann TS, Crispim D. The Impact of 
lncRNAs in Diabetes Mellitus: A Systematic Review and In Silico Analy-
ses. Front Endocrinol (Lausanne). 2021;12:602597.

 58. Kameswaran V, Bramswig NC, McKenna LB, Penn M, Schug J, Hand 
NJ, Chen Y, Choi I, Vourekas A, Won KJ, Liu C, Vivek K, Naji A, Friedman 
JR, Kaestner KH. Epigenetic regulation of the DLK1-MEG3 microRNA 
cluster in human type 2 diabetic islets. Cell Metab. 2014;19:135–45.

 59. Wallace C, Smyth DJ, Maisuria-Armer M, Walker NM, Todd JA, Clayton 
DG. The imprinted DLK1-MEG3 gene region on chromosome 14q32.2 
alters susceptibility to type 1 diabetes. Nat Genet. 2010;42:68–71.

 60. Fawzy MS, Abdelghany AA, Toraih EA, Mohamed AM. Circulating long 
noncoding RNAs H19 and GAS5 are associated with type 2 diabetes but 
not with diabetic retinopathy: a preliminary study. Bosn J Basic Med Sci. 
2020;20:365–71.

 61. Alfaifi M, Verma AK, Alshahrani MY, Joshi PC, Alkhathami AG, Ahmad I, 
Hakami AR, Beg MMA. Assessment of Cell-Free Long Non-Coding RNA-
H19 and miRNA-29a, miRNA-29b Expression and Severity of Diabetes. 
Diabetes Metab Syndr Obes. 2020;13:3727–37.

 62. Ohshige T, Iwata M, Omori S, Tanaka Y, Hirose H, Kaku K, Maegawa H, 
Watada H, Kashiwagi A, Kawamori R, Tobe K, Kadowaki T, Nakamura 
Y, Maeda S. Association of new loci identified in European genome-
wide association studies with susceptibility to type 2 diabetes in the 
Japanese. PLoS One. 2011;6:e26911.

 63. Liu J, Wang F, Wu Y, Huang X, Sheng L, Xu J, Zha B, Ding H, Chen Z, Sun 
T. Meta-analysis of the effect of KCNQ1 gene polymorphism on the risk 
of type 2 diabetes. Mol Biol Rep. 2013;40:3557–67.

 64. Carter G, Miladinovic B, Patel AA, Deland L, Mastorides S, Patel NA. Cir-
culating long noncoding RNA GAS5 levels are correlated to prevalence 
of type 2 diabetes mellitus. BBA Clin. 2015;4:102–7.

 65. Jin F, Wang N, Zhu Y, You L, Wang L, De W, Tang W. Downregulation of 
Long Noncoding RNA Gas5 Affects Cell Cycle and Insulin Secretion in 
Mouse Pancreatic beta Cells. Cell Physiol Biochem. 2017;43:2062–73.

 66. Yin DD, Zhang EB, You LH, Wang N, Wang LT, Jin FY, Zhu YN, Cao LH, 
Yuan QX, De W, Tang W. Downregulation of lncRNA TUG1 affects apop-
tosis and insulin secretion in mouse pancreatic beta cells. Cell Physiol 
Biochem. 2015;35:1892–904.

 67. Liu SX, Zheng F, Xie KL, Xie MR, Jiang LJ, Cai Y. Exercise Reduces Insulin 
Resistance in Type 2 Diabetes Mellitus via Mediating the lncRNA 
MALAT1/MicroRNA-382-3p/Resistin Axis. Mol Ther Nucleic Acids. 
2019;18:34–44.

 68. Shaker OG, Abdelaleem OO, Mahmoud RH, Abdelghaffar NK, Ahmed TI, 
Said OM, Zaki OM. Diagnostic and prognostic role of serum miR-20b, 
miR-17-3p, HOTAIR, and MALAT1 in diabetic retinopathy. IUBMB Life. 
2019;71:310–20.

 69. Gonzalez-Moro I, Olazagoitia-Garmendia A, Colli ML, Cobo-Vuilleumier 
N, Postler TS, Marselli L, Marchetti P, Ghosh S, Gauthier BR, Eizirik DL, 
Castellanos-Rubio A, Santin I. The T1D-associated lncRNA Lnc13 modu-
lates human pancreatic beta cell inflammation by allele-specific stabili-
zation of STAT1 mRNA. Proc Natl Acad Sci U S A. 2020;117:9022–31.

 70. Cheng Y, Hu Q, Zhou J. Silencing of lncRNA PVT1 ameliorates strep-
tozotocin-induced pancreatic beta cell injury and enhances insulin 
secretory capacity by regulating miR-181a-5p. Can J Physiol Pharmacol. 
2021;99:303–12.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.


	Genome-wide differential expression profiling of long non-coding RNAs in FOXA2 knockout iPSC-derived pancreatic cells
	Abstract 
	Background 
	Methods 
	Results 
	Conclusions 

	Introduction
	Materials and methods
	Differentiation of iPSCs into pancreatic progenitors and pancreatic islets
	RNA extraction and qPCR analysis
	Total RNA library preparation and sequencing
	Total RNA-Seq data and bioinformatics analysis
	Correlation analysis between lncRNA and differentially expressed genes (DEGs)
	Statistical analysis

	Results
	Generation of pancreatic progenitors and islets from FOXA2 –– iPSCs and wild-type iPSCs
	Characterization of lncRNA profiles in FOXA2 knockout iPSC-derived pancreatic progenitors
	Correlations between DE-lncRNAs and DE-mRNAs in iPSC-derived pancreatic progenitors
	Characterization of lncRNA profiles in FOXA2 knockout iPSC-derived pancreatic islets
	Correlations between DE-lncRNAs and DE-mRNAs in iPSC-derived pancreatic islets
	Identifications of commonly DE-lncRNAs in pancreatic progenitors and islets derived from FOXA2 −− iPSCs
	Validation of the dysregulated lncRNAs in iPSC-derived pancreatic progenitors and islets

	Discussion
	Anchor 24
	Acknowledgements
	References


