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The pairwise interaction between transcription factors (TFs)
plays an important role in enhancer-promoter loop formation.
Although thousands of TFs in the human genome have been
found, only a few TF pairs have been demonstrated to be
related to loop formation. It is still a challenge to determine
which TF pairs could be involved in the enhancer-promoter
regulation network. This work describes a computational
framework to identify TF pairs in enhancer-promoter regula-
tion. By integrating different levels of data derived from Pro-
moter Capture Hi-C, chromatin immunoprecipitation
sequencing (ChIP-seq) of histone marks, RNA-seq, protein-
protein interaction (PPI), and TF motif, we identified 361 sig-
nificant TF pairs and constructed a TF interaction network.
From the network, we found several hub-TFs, which may
have important roles in the regulation of long-range interac-
tions. Our studies extended TF pairs identified in other exper-
imental and computational approaches. These findings will
help the further study of long-range interactions between en-
hancers and promoters.

INTRODUCTION
The study of gene regulation has shifted the focus from linear genome
to 3D genome in recent years. Experimental methods such as Hi-C,1

ChIA-PET,2 HiChIP,3 and Capture Hi-C4 have revealed that 3D
chromatin architecture plays an important role in gene transcrip-
tional regulation. The remote enhancer may activate the target
promoter through physical contacts, whereby the target gene can be
expressed in different cell types or tissues and in stress response to
environmental changes. There is a general consensus that sequence-
specific transcription factors bind at enhancers and then recruit
more cofactor complexes to mediate communication with the target
promoters.5 Considerable evidence demonstrates that several tran-
scription factors such as CTCF, YY1, ERa, ZNF143, EKLF, and
GATA1 can facilitate enhancer-promoter interaction. The zinc-coor-
dinating proteins CTCF or YY1 binding at enhancers and promoters
can form homodimers and thus facilitate loop formation.6 The ERa
protein often binds to regulatory DNA elements distant from gene
promoters and interacts with other factors that bind to promoters,
such as FoxA1 and RNAPII, to form chromatin looping structures.7

The zinc-finger protein ZNF143 is directly recruited to the promoter
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of gene to physically bridge the promoter and CTCF-cohesin cluster.8

The transcription factors EKLF,9 GATA1,10 and CTCF11 are required
for the physical interaction between the b-globin locus control region
(LCR) and the b-globin promoter. Besides these transcription factors
that directly bind to the DNA molecular, some cofactors, which indi-
rectly bind to DNA, also play important roles in loop formation. Co-
hesin, the structural maintenance of chromosomes protein complex,
can form a ring-shaped structure that connects two DNA segments
and contributes to stabilizing enhancer-promoter interactions.12

Mediator, a highly conserved transcriptional coactivator, can physi-
cally bridge enhancer-bound transcription factors and the pro-
moter-bound proteins. The flexible conformation, which is
comprised of variable subunits, is important for Mediator’s ability
to bind various proteins.13

Collectively, the key players in 3D genome architecture, such as CTCF
and cohesin complex, have been widely and deeply studied. These
studies have demonstrated that the cooperation of multiple protein
factors is critical to orchestrate loop formation. However, only a
few new protein factors, such as YY1, have been identified over the
past couple of years due to technical limitations. Chromatin immuno-
precipitation with mass spectrometry (ChIP-MS) provides a way for
de novo-seeking candidates. The ChIP-MS-based “Chromatin Prote-
omic Profiling” method has been used to identify proteins associated
with genomic regions marked by histones modified at specific lysine
residues.14 To identify proteins that bind to active enhancers and pro-
moters simultaneously, Weintraub et al.6 implemented a modified
histone ChIP-MSmethod, which used antibodies directed toward his-
tone modifications H3K27ac and H3K4me3. They provided 26 candi-
date transcription factors and concluded that YY1 is essential for
rapy: Nucleic Acids Vol. 23 March 2021 ª 2020 The Author(s). 347
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Figure 1. The pipeline for constructing datasets

The pipeline contains three main stages: (1) mapping

enhancers and promoters to loop anchors, (2) dividing

enhancer-promoter pairs into positive dataset and nega-

tive dataset I based on CHiCAGO scores (CS1-CS9), and

(3) training LDA model to select samples for negative

dataset II. The promoters that overlap the anchors are

defined as promotertarget. The promoterskip represents the

one that is skipped by loop. The epigenetic markers of

enhancer (E1-E7) and promoter (P1-P7) are used to

encode an enhancer-promoter pair for the classifier.
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enhancer-promoter structural interactions. Accumulating evidence
suggests that more than 1,000 proteins are thought to contribute to
mammalian chromatin structure and its regulation. In the present
period, it is difficult to produce a complete catalog through a single
assay. We have a limited understanding of the transcription factors
involved in long-range interactions. Another strategy is to construct
the cooperation network based on available ChIP-seq data or motif
of transcription factors. Zhang et al.15 have collected 84 DNA-binding
proteins (DBPs) ChIP-seq and kilobase-resolution Hi-C data in
GM12878 and K562 cell lines and employed a Gaussian graphical
model (GGM) to identify protein combinations mediating chromatin
looping. Duren et al.16 proposed a model based on motif data from
557 TFs to infer candidate TF-TF pairs that facilitated enhancer-pro-
moter cooperation. Diekidel et al.17 presented a tool (3CPET) based
on ChIA-PET and ChIP-seq data from MCF7 and K562 cell lines
to find co-factor complexes involved in maintaining chromatin
interactions.

The accumulation of omics data provides an opportunity to system-
atically investigate the regulation network using a computational
strategy. In this work, we developed a new model to predict the TF
pairs that are possibly involved in enhancer-promoter loop forma-
tion. In this model, the TF motif, TF expression, protein-protein
interaction (PPI), and activity status of enhancer and promoter
were integrated to construct the interaction network. Differing
from previous studies, we used a real non-interactive enhancer-pro-
moter network instead of the random network as background distri-
bution. This approach could produce more reliable results. As a result,
we got hundreds of significant TF-TF pairs that could physically
interact with each other from nine human primary blood cell types.
348 Molecular Therapy: Nucleic Acids Vol. 23 March 2021
Furthermore, several hub-TFs were identified
as the important candidate protein factors
through the interaction network.

RESULTS
Epigenetic modifications in enhancer-

promoter loop

By using our pipeline shown in Figure 1, we ob-
tained 47,987 high-confidence enhancer-
promoter loops (positive dataset) and 80,844
enhancer-promoter pairs (negative dataset I)
that didn’t form loops in corresponding cell types. The different dis-
tributions of epigenetic marks were compared and shown in Figure 2.
We found that some active histone modifications, such as H3K27ac,
H3K4me1, and H3K36me3, are enriched in positive dataset at
both enhancer and promoter regions. Conversely, inhibitive histone
modification signals, such as H3K27me3 and H3K9me3, are weak
at these regions. These results are consistent with previous find-
ings.6,18 Thus, we may conclude that the epigenetic modifications
can affect the formation of chromatin loops. It implies that the epige-
netic features can be used for the prediction of enhancer-promoter
loops.

Based on above analysis, we trained a linear discriminant analysis
(LDA) model on positive dataset and negative dataset I using 14
epigenetic modification features and made prediction on 3,964,527
pairs of enhancers and skip genes. As a result, 260,996 false-positive
enhancer-promoter pairs were extracted to construct the negative
dataset II, which was approximately 5 times the size of the positive
dataset. The sampling method used here can help to find the factors
other than the distance and epigenetic modifications. First, the dis-
tance has been used as the important feature for distinguishing true
enhancer-promoter pairs from non-interacting pairs,18–20 because
majority enhancer-promoter interactions occurred within the topo-
logically associating domain (TAD).6,21–24 We focused on skip
genes, because the linear distance between enhancer and skip gene
is always less than the one in the positive dataset. Moreover, accord-
ing to the process of loop extrusion, cohesin translocate along DNA
sequences until it encounters loop anchors.25–28 However, how did it
skip the genes between two anchors? There is still no definitive
answer. Using the skip genes as the negative samples will contribute



Figure 2. Distribution of epigenetic marks

Each box shows the average density distribution in posi-

tive dataset (red) or negative dataset (blue). Each epige-

netic mark is calculated individually for enhancer and

promoter regions. The prefixes “EN-,” “EP-,” “PN-,” and

“PP-” represent “enhancer of negative samples,”

“enhancer of positive samples,” “promoter of negative

samples,” and “promoter of positive samples,” respec-

tively. p values of Wilcoxon test are displayed over the

boxes.
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to this question. Second, the false-positive enhancer-promoter pairs
predicted by LDAmust have the epigenetic marks similar to the true
pairs, which is important to exclude the influence of epigenetic
modifications.

The discovery of significant TF pairs

On the basis of positive dataset and negative dataset II, the func-
tion TFij defined in Equation 1 was used to select the TF pairs
that have the potential to bridge enhancer and promoter. To
reduce random background noise, we only considered the motifs
that occurred at least 3 times within the 2.5 kb region of enhancer
or promoter. In addition, we restricted RPKM R 1 to ensure that
the proteins do expressed in the cell. Using this approach, we got
1,158 TF pairs involved 219 TFs. These TF pairs can be separated
into three groups (positive preference, no preference, negative pref-
erence) based on the Uscore (Figure 3A). The positive preference
group includes 361 TF pairs whose occurrence frequency in posi-
tive dataset is higher than that in negative dataset II (p < 0.01,
Table S1). It is noteworthy that the three most significant TF pairs
are MYC-BCL2, BCL2-MYC, and BCL2-BCL2. MYC and BCL2
(B cell lymphoma/leukemia gene 2) are both proto-oncogene that
involved in apoptosis.29,30 We found that both of them are cell-
type-specific expression. Intriguingly, they are almost co-expres-
sion across the nine blood cells (r = 0.58, Figure 3C). Furthermore,
the coverage ratio of them in all samples are less than 50% (Fig-
ure 3B). These observations suggest that MYC and BCL2 have
the potential to participate in loop formation in cell-type-specific
manner.

We next ranked the 1,158 TF pairs according to the coverage ratio Pc.
The TF pairs whose Pc values are more than the cutoff (0.9) were
defined as ubiquitous TF pairs. These ubiquitous TF pairs, such as
YY1-YY1 and SMC3-RAD21, could be necessary condition but not
sufficient for loop formation (Figure 3B). And, as expected, YY1,
Molecular Th
SMC3, and RAD21 are ubiquitously expressed
in various cell lines (Figure 3C). We noticed
that CTCF-CTCF pair is not observed in our
1,158 TF pairs. In fact, enhancer-promoter
loops generally occur within the TADs. And
CTCF protein tends to bind on the borders of
TADs. Many evidences have also demonstrated
that CTCF-CTCF are only occasionally directly
involved in enhancer-promoter contacts.6,31 Thus, our observation is
consistent with previous conclusion.

Two computational works have focused on TF pairs identifica-
tion.15,16 Thus, we also compared our findings with their results.
Zhang et al.15 identified hundreds of direct and indirect 3D DBP
(DNA-binding proteins) interactions. However, only 45 direct inter-
actions were recognized, which is less than our findings. Our model
could find 361 direct interactions. Duren et al.16 identified 53 candi-
date cooperating TF-TF pairs that one TF binds to the promoter and
the other to an enhancer. In these studies, they did not distinguish the
binding sites of promoter region from those of enhancer region. Thus,
our results are more reliable. The comparison in Figure 3D and Table
S1 showed that 9 TF pairs obtained by us appeared in Duren’s find-
ings. There are also 9 TF pairs that are shared between Zhang’s dataset
and our dataset. However, there is no overlap between Duren’s data-
set and Zhang’s dataset.

Hub-TFs are found by constructing an interaction network

To systematically elucidate the relationships among these interacting
TFs, we employed Cytoscape32 to create a TF interaction network
(Figure 4). The network contains 361 physical interactions of 141
TFs. Here, we considered the directionality of interaction. The
direction was marked by an arrow from enhancer to promoter.
Interestingly, the TF interaction network shows asymmetric degree
distribution, which is the hallmark feature of scale-free networks. In
previous study, Wang et al.33 generated genome-wide transcription
factor binding site (TFBS)-TFBS networks from human Hi-C data.
They first observed that the TFBS-TFBS networks followed a scale-
free degree distribution. We therefore highlighted the TFs that had
been highly connected. By calculating the degree centrality, we iden-
tified several hub-TFs (Table 1). We noticed that many hub-TFs
involved in the processes of cell proliferation and differentiation
such as EP300, MYC, and RELA. Among these hub-TFs, EP300
erapy: Nucleic Acids Vol. 23 March 2021 349
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Figure 3. The candidate TF-TF pairs for loop

formation

(A) The significant TF pairs identified by Uscore. (B) The

ubiquitous TF pairs identified by the coverage ratio Pc. (C)

Expression of five TFs in nine cell lines. (D) The Venn plot

showing the intersection of four TF pair datasets.
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(E1A binding protein p300) is the most important one, which is
consistent with previous report.15 EP300 is a histone acetyltransfer-
ase.34 The binding sites of EP300 were often used to predict activated
enhancers because of the ability to mediate acetylation of histone H3
at “lys-27” (H3K27ac).35,36 It can remodel chromatin and interact
with many proteins to activate transcription.37,38 MYC, a BHLH
(basic helix-loop-helix) transcription factor, is a major driver of
most human cancers.39 Overexpressed MYC binds to virtually all
active promoters within a cell and modulates the expression of
distinct subsets of genes.40 RELA belongs to a family of transcription
factors nuclear factor kB (NF-kB) complex (NF-k from B cells). Be-
side its activity as a direct transcriptional activator, it is also able to
modulate promoter accessibility to transcription factors and thereby
indirectly regulate gene expression.41 Collectively, the hub-TFs in the
network play a key role in transcriptional regulation and the
abnormal expression of them could induce tumorigenesis.29,42,43

Our study suggested that they may also contribute to loop formation.

To inspect whether the hub-TFs have the asymmetric distribution be-
tween enhancers and promoters, we calculated the in-degree central-
ity and out-degree centrality for each node (Table 1). We found no
distinct preferences in different regions. Furthermore, we compared
enhancer-TFs with promoter-TFs. We found that majority of signif-
icant TFs occupy either enhancer region or promoter region (Figure 5;
Table S2). Evidence has demonstrated that homodimers, such as
CTCF-CTCF and YY1-YY1, play important roles in chromatin
loop structure.6 Similarly, the network also provided 21 significant
TFs whose binding sites coincide with enhancers and target pro-
moters (Table S2). These TFs are capable of forming homodimers
to participate in enhancer-promoter loop formation.
350 Molecular Therapy: Nucleic Acids Vol. 23 March 2021
DISCUSSION
In this work, we introduced a two-step frame-
work to identify TF pairs associated with
enhancer-promoter loops. It started with a large
collection of PCHiC datasets and ended at the
construction of a TF interaction network.
Compared with Hi-C, PCHiC assay offers
more high-resolution promoter-centered loop.
A large number of cell-type-specific chromatin
loops make it more accurate to analyze the effect
of epigenetic modifications on loop formation.
The key step of the framework is to select a
reasonable negative samples dataset. We
focused on the skip genes, which were closer
to enhancers in linear distance but didn’t form
loops. Our analyses revealed that the TF pairs
that bound on regulatory regions indeed influenced the loop forma-
tion. Our method provided candidate TF pairs by comparing motif
distribution between positive samples and negative samples. Using
motif as a TF binding site, we could overcome the limitation of
unavailability of ChIP-seq data.We also concluded that the well-stud-
ied TF pairs, YY1-YY1 and SMC3-RAD21, are necessary but not
sufficient for loop formation. One major limitation of this work is
that it didn’t consider indirect protein interaction. This is an issue
for future research to explore. Moreover, gene-gene spatial interac-
tion has been studied based on Hi-C data.44,45 Future studies could
investigate which TFs drive the clustering of distal genes to be co-
regulated. In summary, our computational approach which integrate
multi-omics data can help to identify the TFs that may mediate
long-range chromatin interactions.

MATERIALS AND METHODS
Data collection

The Promoter Capture Hi-C (PCHiC) data in 17 human primary
blood cell types were downloaded from the Open Science Framework
(https://osf.io/u8tzp).46 The processed datasets for 9 of 17 cell types,
including histone modification ChIP-seq data, DNA methylation
data, and gene quantification RNA-seq data, were obtained from
the BLUEPRINT project (ftp://ftp.ebi.ac.uk/pub/databases/blueprint/
data/homo_sapiens/GRCh37/).

Generating positive dataset and negative datasets

In terms of the current understanding, the occupancies of transcrip-
tion factors on cis-regulatory elements are restricted by chromatin
epigenetic modifications and TF binding sites. In this study, we aim
to find the candidate TF pairs based on TF binding information.

https://osf.io/u8tzp
http://ftp://ftp.ebi.ac.uk/pub/databases/blueprint/data/homo_sapiens/GRCh37/
http://ftp://ftp.ebi.ac.uk/pub/databases/blueprint/data/homo_sapiens/GRCh37/


Figure 4. TF interaction network

The directed graph contains 141 nodes and 361 edges. Each node represents a TF, which bound on either promoter region or enhancer region. Each edge indicates a

physical interaction between two TFs and the direction of arrow is from enhancer to promoter. The size of circle is matched to Uscore.
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Thus, a key step is to construct a negative samples dataset that has
been in the same epigenetic modifications state with the positive
samples.

The PCHiC dataset gives a list of chromatin interactions with
CHiCAGO scoresR 5 in at least one cell type.47 At first, we mapped
enhancers and target gene promoters to the two interaction frag-
ments, respectively. When filtering out the interactions whose either
side overlap with more than one enhancer or promoter, we got the
one-to-one enhancer-promoter pairs for the following analyses.
There are different CHiCAGO scores for the same enhancer-pro-
moter pair in different cell types. We merged the data from nine
cell types (Neu, nCD8, nCD4, Mon, Mk, Mac0, Mac1, Mac2, Ery)
and selected the interactions with CHiCAGO scoresR 10 as positive
dataset, the interactions with CHiCAGO scores = 0 as negative data-
set I. Then each enhancer-promoter pair was represented as a
14-dimension feature vector. Each dimension corresponded to one
of the 14 epigenetic modifications data. For the positive dataset and
negative dataset I, we hypothesized that the different epigenetic mod-
ifications directly affect loop formation. Based on this assumption, we
trained a linear discriminant analysis (LDA) model on the positive
dataset and negative dataset I. We also compared the LDA model
with another two algorithms (logistic regression and Naive Bayes).
Results were listed in Table S3. Our aim is to select the false positive
samples to construct negative dataset II. Due to high specificity
produced by LDA mode, we selected LDA as prediction algorithm.
Molecular Therapy: Nucleic Acids Vol. 23 March 2021 351
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Figure 6. Workflow for identifying significant TF pairs

In the beginning, all of the TF pairs acted as candidates. After hierarchical

screening (PPI, TFij, and U-test), we identified 361 significant TF pairs. Pp and PN

represent the frequencies of TF pairs occurring in positive dataset and negative

dataset II, respectively. Uscore and p values represent the significance level of

difference.

Table 1. The top six hub-TFs

Hub-TF Degree centrality Out-degree centrality In-degree centrality

EP300 51 24 27

MYC 25 12 13

HDAC2 23 6 17

CEBPA 18 8 10

RELA 18 3 15

SP1 16 7 9
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To minimize the effect of enhancer-promoter distance and epigenetic
modifications, we need another negative dataset. At first, we defined
the genes between enhancers and target genes as “skip” genes. Based
on the loop extrusion model,25,48 these skip genes are good back-
ground for our study. Subsequently, we grouped the skip genes into
two categories using above LDA model. Those skip genes which
were predicted as positive samples were regarded as the negative data-
set II. The process for datasets construction were shown in Figure 1.
The three datasets are provided in the Data S1.

Identifying significant TF pairs

To identify TF-TF pairs that facilitate enhancer-promoter communi-
cation, we set up a framework based on the positive dataset and nega-
tive dataset II (Figure 6). At first, we collected 705 TFs (including
8,785 motifs) from JASPAR,49 TRANSFAC,50 UniPROBE,51 Tai-
pale,52 and HOMER53 database. Then we got 327 TFs after overlap-
ping with protein-protein interaction (PPI) database. We defined a
function to select TF pairs that have the potential to bridge enhancer
and promoter:

TFij = Vi � Vj � Pij � Ri � Rj (Equation 1)

where

Vi =

�
1 if the motifs of TFi occurring at least 3 times
0 if the motifs of TFi occurring less than 3 times

(Equation 2)
Figure 5. Venn diagram of enhancer-TFs and promoter-TFs
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Vj =

�
1 if the motifs of TFj occurring at least 3 times
0 if the motifs of TFj occurring less than 3 times

(Equation 3)

Pij =

�
1 if there is PPI between TFi and TFj
0 if there is no PPI between TFi and TFj

(Equation 4)

Ri =

�
1 if RPKM of TFi is greater than or equal to 1
0 if RPKM of TFi is smaller than 1

(Equation 5)

Rj =

�
1 if RPKM of TFi is greater than or equal to 1
0 if RPKM of TFi is smaller than 1

:

(Equation 6)

where the TFij represents a pair of TF, where 1 % i % 327 and 1 %
j% 327. The value of variable TFij is also binary. When TFij = 1, the
TF pair is counted. We calculated the occurrence frequencies of
these TF pairs in positive dataset and negative dataset II,
respectively.
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Then Mann-Whitney U-test was subsequently used to identify the
significant TF pairs that prefer to occur in positive dataset:

Uscore =
p1 � p2ffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffi

pc �
�
1� pc

�� �
1
n1
+ 1

n2

�r (Equation 7)

where

p1 =
x1
n1

(Equation 8)

p2 =
x2
n2

(Equation 9)

pc =
x1 + x2
n1 + n2

: (Equation 10)

The norms n1 and n2 are the numbers of enhancer-promoter pairs in
positive dataset and negative dataset II, respectively. The variables x1
and x2 are the numbers of enhancer-promoter pairs in which the
current TF pair is included. For each TF pair, the statistics Uscore is
calculated to test the significance level.
Data processing

We defined promoters as the regions of upstream 0.5 kb and
downstream 2 kb of the transcription start sites (TSS) according to
Ensembl v.75 (http://grch37.ensembl.org). We defined enhancers on
the basis of Regulatory Build54 and trimmed or extended them to 2.5
kb while maintaining their original center. To generate enhancer-
promoter loops, we mapped promoters and enhancers to PCHi-C
loop anchors, respectively. The loops were removed if more than
one promoter or enhancer overlapped with the loop anchors. Likewise,
the skip gene promoters and corresponding enhancers were sampled
as negative samples. The processed bigWig format data of histone
modifications (H3K4me1, H3K4me3, H3K9me3, H3K27me3,
H3K27ac, H3K36me3) and DNAmethylation were used here to quan-
tify the epigenetic modifications. We calculated average epigenetic sig-
nals for promoter and enhancer regions. Protein-protein interaction
data was downloaded from the BioGrid database.55 We extracted a
subset that only contained physical interactions of human proteins
by searching keywords “taxid:9606” and “physical.” When any TF
pair we collected was supported by PPI, it was retained. Next, for
each TF, we looked for all the binding sites in the whole genome by us-
ing the HOMER sub-program “scanMotifGenomeWide.pl.” Then we
counted how many binding sites fell into each promoter region and
enhancer region through “intersect” utility of BEDTools.56

SUPPLEMENTAL INFORMATION
Supplemental Information can be found online at https://doi.org/10.
1016/j.omtn.2020.11.011.
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