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CD81 marks immature and dedifferentiated
pancreatic 3-cells
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ABSTRACT

Objective: Islets of Langerhans contain heterogeneous populations of insulin-producing B-cells. Surface markers and respective antibodies for
isolation, tracking, and analysis are urgently needed to study B-cell heterogeneity and explore the mechanisms to harness the regenerative
potential of immature B-cells.

Methods: We performed single-cell mRNA profiling of early postnatal mouse islets and re-analyzed several single-cell mRNA sequencing
datasets from mouse and human pancreas and islets. We used mouse primary islets, iPSC-derived endocrine cells, Min6 insulinoma, and human
EndoC-BH1 B-cell lines and performed FAC sorting, Western blotting, and imaging to support and complement the findings from the data
analyses.

Results: We found that all endocrine cell types expressed the cluster of differentiation 81 (CD81) during pancreas development, but the
expression levels of this protein were gradually reduced in B-cells during postnatal maturation. Single-cell gene expression profiling and high-
resolution imaging revealed an immature signature of $-cells expressing high levels of CD81 (CD81 high) compared to a more mature population
expressing no or low levels of this protein (CD81 low/ 7). Analysis of B-cells from different diabetic mouse models and in vitro B-cell stress assays
indicated an upregulation of CD81 expression levels in stressed and dedifferentiated B-cells. Similarly, CD81 was upregulated and marked
stressed human B-cells in vitro.

Conclusions: We identified CD81 as a novel surface marker that labels immature, stressed, and dedifferentiated $-cells in the adult mouse and

human islets. This novel surface marker will allow us to better study B-cell heterogeneity in healthy subjects and diabetes progression.
© 2021 The Author(s). Published by Elsevier GmbH. This is an open access article under the CC BY-NC-ND license (http://creativecommons.org/licenses/by-nc-nd/4.0/).
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1. INTRODUCTION stopping the stress and redifferentiation of dedifferentiated [-cells.

Alternatively, triggering proliferation of immature and dedifferentiated

Diabetes mellitus is a complex metabolic disorder that results from the
malfunction of the endocrine pancreas. In both type 1 (T1D) and type 2
diabetes (T2D), autoimmunity and glucolipotoxicity respectively lead to
dedifferentiation, dysfunction, and ultimately loss of insulin-producing
[-cells, key events in the progression [1—3]. These glucose-/nutrient-
sensing and insulin-secreting cells are central for glucose homeostasis
and exist as a heterogeneous population in health and disease [4,5]. In
healthy islets, B-cells contain immature and mature subpopulations.
Upon exposure to stress, B-cells upregulate a stress response and
undergo dedifferentiation along a developmental trajectory, partially
overlapping with the transcriptome of embryonic and neonatal B-cells
[1,2]. Therefore, successful regenerative strategies can be achieved by

B-cells, followed by a maturation step to recover B-cell identity, might
be a therapeutic option. Along these lines, two separate studies in mice
and humans have shown that upon non-canonical Wnt stimulation, the
immature and more proliferative B-cell subpopulation can be directed
to acquire a mature and functional phenotype [4,6].

During embryonic development, a common endocrine progenitor
population gives rise to different endocrine hormone-producing cell
types, including glucagon-secreting o.-cells, insulin-producing B-cells,
somatostatin-expressing d-cells, pancreatic polypeptide-producing PP
cells, and ghrelin-expressing e-cells. These are the major hormone-
producing cell types that cluster within the islets of Langerhans in
the adult pancreas [7,8]. During development, [-cells are still
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immature and thus do not accurately secrete insulin in response to
different glucose levels [9]. After birth, B-cells undergo a maturation
process [10], which coincides with changes in the nutritional envi-
ronment that result in a shift from amino acid-to glucose-stimulated
insulin secretion (GSIS) [11,12]. Mature B-cells are defined by the
expression of a set of maturation genes including Ucn3, Mafa, Glut2 (in
rodents), and GLUT1 (in humans) [13,14]. The differential activities of
mTORC1 and AMPK signaling play a crucial role in the B-cell matu-
ration process [11,15]. Several recent studies have reported the ex-
istence of different B-cell subpopulations in the adult pancreas,
including a minor subpopulation retaining an immature phenotype with
increased proliferative potential [4,16—20]. It is essential to better
characterize the different B-cell subpopulations and understand
whether they can be targeted for B-cell regeneration by increasing cell
proliferation. Uncovering markers and pathways distinguishing
immature and mature [-cell subpopulations can offer molecular tar-
gets for redifferentiation of dedifferentiated -cells and enforce stem
cell-derived B-cell (SC-P) maturation to generate SC-B cells with
improved functionality for in vitro studies and cell-replacement
therapy.

Herein, we report cluster of differentiation 81 (CD81) as a novel surface
marker that distinguishes two different B-cell subpopulations and
identifies immature, stressed, and dedifferentiated -cells in mice and
humans. CD81 (Tspan-28, TAPA1) [21] belongs to the tetraspanin
family of proteins, which contains 33 family members in humans.
These proteins are involved in different cellular and physiological
processes, such as controlling signaling pathways and regulating
cell—cell fusion [22]. Tetraspanins are membrane proteins that
comprise four transmembrane domains, a small and large extracellular
loop and short carboxyl and amino cytoplasmic termini [23]. These
proteins are organized in membrane regions rich in cholesterol, so-
called tetraspanin-enriched microdomains (TEMs), in which they
interact with partner proteins to exert their cellular functions by trig-
gering intracellular signaling in response to extracellular stimuli [24].
Different members of tetraspanins can coexist in TEMs. For instance,
the co-localization of CD9, CD63, CD81, and CD82 in the TEMs of HeLa
cells has been shown [25]. Among these, CD81 is a 26 kDa protein that
is expressed in several tissues, such as immune cells and hepatocytes
[26]. CD81 functions as a docking receptor and mediates the infection
of several human pathogens, such as hepatitis C virus (HCV) [27]. In
immune cells, the interaction of CD81 with different protein partners
regulates B-cell receptor signaling and T-cell activation [28].

The expression and function of CD81 in pancreatic endocrine cells
have not been explored to date. In this study, we report CD81 as a
novel marker that labels an immature population of B-cells. Impor-
tantly, CD81 levels were increased in B-cells from NOD and db/db
diabetic mice as well as in in vitro stressed mouse and human B-cell
lines, suggesting that this protein as a marker for stressed and
dedifferentiated B-cells. Thus, the identification of CD81 as a surface
marker will allow the specific targeting of the immature population or
dedifferentiated -cells for regenerative therapy.

2. MATERIALS AND METHODS

2.1. Mouse and cell lines

Mouse lines (males and females, age ranging from birth to 6 months
old) were kept at the central facilities at Helmholtz Center Munich
(HMGU) under SPF conditions in animal rooms with light cycles of 12/
12 h, temperature of 20—24 °C, and humidity of 45—65%. The mice
received sterile filtered water and a standard diet for rodents ad libi-
tum. The experiments were conducted in agreement with German

animal welfare legislation with the approved guidelines of the Society
of Laboratory Animals (GV-SOLAS) and the Federation of Laboratory
Animal Science Associations (FELASA). Post mortem examination of
organs was not subject to regulatory authorization. We used the
following mouse lines for this study: C57BL/6J, Flattop-Venus reporter
[29], Fity™®: mTmG [30,31], db/db leptin receptor mutant mice [32],
and Nkx6-1-Venus fusion (Nkx6-1-VF) line [33]. The Min6 (clone K9)
murine B-cell line and EndoC-BH1 human [-cell line were cultured in
adherence as described previously [34,35]. In vitro differentiation of
human iPSCs toward the pancreatic endocrine lineage was performed
as described [36].

2.2. lslet isolation

Mouse pancreatic islets were isolated as previously described [37]
using collagenase P (Roche) to digest the exocrine tissue and OptiPrep
density gradient (Sigma) centrifugation to separate the islets from the
rest of the digested tissue. Of note, the digestion time of postnatal
pancreata was adjusted according to the dimensions of the organs.
Islet culture medium was prepared with RPMI 1640 containing 1%
penicillin/streptomycin and 10% fetal bovine serum (FBS).

2.3. Flow cytometry

Dispersed islets or cultured cells were sorted and analyzed using
FACS-Aria lll (BD Bioscience). TrypLE Express Enzyme (1X) (Thermo
Fisher Scientific) was used to detach Min6 from the dish or dissociate
islets into single cells. Staining was performed using FACS buffer (PBS,
2% FBS and 2 mM EDTA). Cells were incubated with rabbit monoclonal
anti-PE-CD81 (#93765, Cell Signaling, 1:50) on ice for 30 min.
Alternatively, cells were stained for 30 min on ice with primary anti-
body (rabbit monoclonal anti-CD81, #10037, Cell Signaling, 1:50) and
subsequently for 20 min on ice and in the dark with donkey anti-rabbit
IgG Alexa Fluor 647 (A31573, Invitrogen, 1:500). Post-processing
analysis was performed using FlowJo software.

2.4. Western blotting

Min6 or sorted primary cells (sorted cells from isolated islets from 3
mice) were lysed in RIPA buffer (75 mM of NaCl, 6.37 mM of sodium
deoxycholate, 0.005% NP40, 0.05% SDS, and 25 mM of Tris pH 8).
Then 5—15 pg proteins per sample were loaded on SDS-PAGE gel and
the samples were transferred to PVDF membranes (Bio-Rad), followed
by overnight incubation with primary antibodies (Supplementary
Table 1) at 4 ©°C. After washing, secondary antibodies
(Supplementary Table 1) were added for 2 h at room temperature.
Pierce ECL Western Blotting Substrate (Thermo Fisher Scientific) or
SuperSignal West Pico PLUS Chemilumineszenz-Substrat (Thermo
Fisher Scientific) were used and the signals were detected by
enhanced chemiluminescence.

2.5. Quantitative PCR

RNA was extracted from cells using an miRNeasy Micro kit (Qiagen)
and cDNA was generated via a SuperScript VILO cDNA Synthesis kit
(Thermo Fisher Scientific). gqPCR was performed using a mixture of 5—
10 ng of RNA, water, TagMan Probes (Supplementary Table 1), and
TagMan Advanced Master Mix (Life Technologies) using a ViiA 7 Real-
Time PCR System (Thermo Fisher Scientific). The results were ob-
tained with the AACt analysis method.

2.6. In vitro stress assay

Min6 cells were seeded (250,000/well) in 6-well plates as previously
described [38,39]. After recovering for 24 h, control medium or me-
dium containing glucose (additional 10 mM) and Palmitate (0.4 mM)
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were added to the cells for another 4 days. The medium was changed
every 48 h. EndoC-BH1 cells were seeded (250,000/well) in 6-well
plates as described [40] and after 24 h treated by control medium
or media containing tunicamycin (5 pg/ml) or glucose (additional
30 mM) and palmitate (1 mM) for 4 days. The medium was changed
every 48 h. Mouse adult islets were isolated and left to recover
overnight. Then 60 islets per condition were treated with glucose
(additional 25 mM) and palmitate (0.4 mM) for 2 days.

2.7. Immunostaining and microscopy

For cryo-sample preparation, pancreata were fixed in 4% para-
formaldehyde (PFA), applied to sucrose gradients, embedded in Optimum
Cutting Temperature (OCT) (Leica), and then cut in 20 um sections. The
samples were permeabilized (0.2% Triton X-100 and 0.1 M of glycin) for
30 min and incubated in blocking solution (10% fetal calf serum, 3%
donkey serum, 0.1% BSA, and 0.1% Tween-20 in PBS) for 2 h at RT.
They were then incubated with primary antibodies (Supplementary
Table 1) overnight. After washing, the samples were incubated with
secondary antibodies (Supplementary Table 1) for 2 h. Nuclei were
stained with DAPI and the samples were embedded in ProLong Gold
medium (Life Technologies). For paraffin-embedded samples, pancreata
were fixed in formalin, then incubated in ethanol, xylol, and wax solutions
and embedded in wax. The organs were then sectioned into 3 um slides.
Before staining, the sections went through a rehydration phase in xylol
and ethanol and an antigen-retrieval process (citrate buffer). The rest of
the protocol was performed as previously described. To stain Min6,
EndoC-BH1, and primary islet cells, the samples were fixed in 4% PFA
(10 min at 37 °C) or 100% methanol (15 min on ice) before staining. The
cells fixed with PFA but not methanol were permeabilized for 10 min. The
cells were then incubated for 1 h in blocking solution and then with
primary antibodies (Supplementary Table 1) for 2—3 h at RT. After
washing, the cells were stained with secondary antibodies
(Supplementary Table 1) and DAPI followed by embedding in ProLong
Gold (Life Technologies). All the images were obtained with a ZEISS LSM
880 confocal or Leica confocal SP5 microscopes. Images were analyzed
using Fiji, ImageJ, or LAS X software.

2.8. Single-cell RNA sequencing

Libraries of single cells from isolated islets from postnatal day 16 (P16)
Fitp'®; mTmG mice were produced using the Chromium Single-Cell 3’
library and gel bead kit v2 (PN #120237) from 10XGenomics. Briefly,
we loaded 10,000 cells per channel (x3) of a 10x chip to produce gel
bead-in-emulsions (GEMs). Then the samples underwent reverse
transcription to barcode RNA followed by cleanup, cDNA amplification,
enzymatic fragmentation, 5’ adaptor, and sample index attachment.
The samples were sequenced using a HiSeq4000 (lllumina) with 150
bp paired-end sequencing of read2.

2.9. Analysis of scRNA-seq datasets

To analyze the scRNA-seq data from isolated islets from the P16
Fitp'®; mTmG mice, cell type annotation was performed using marker
genes for endocrine cells after Louvain clustering. B-cell sub-
clustering was performed using the Louvain clustering algorithm
with a resolution of 0.5. Differential gene expression between B-cell
subclusters was determined with scanpy rank_genes_groups function.
For other analyses, processed, normalized, and annotated single-cell
RNA sequencing data were downloaded from the following data-
bases with the accession numbers GSE132188 [41], GSE128565 [2],
GSE117770 [42], GSE114412 [43], and GSE84133 [44]. The scRNA-
seq count data (10X Genomics Chromium protocol) from GSE117770
[41] were downloaded, filtered, normalized by library size (CPM
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normalization with target sum 10,000), and log-+1 scaled. Cell-type
annotation was performed using marker genes for endocrine cells
after Louvain clustering. The scRNA-seq count data (inDrop protocol)
from GSE84133 were provided in a pre-annotated format by the
Hemberg lab  (https://hemberg-lab.github.io/scRNA.seq.datasets/
human/pancreas/retrieved on 08/28/2019). Consistent with other
droplet-based datasets, the dataset was normalized by library size and
log+1 scaled. In all of the droplet-based datasets, Cd81-positive (and
CD81 resp.) cells were selected on the count matrix with a minimum
count threshold of one. All the analyses were carried out in scanpy
(version 1.4.5.2.dev6+-gfa408dc7) in Python 3.7. Differential expres-
sion analysis was performed using t-tests as implemented in scanpy or
limma (version 3.38.3) in R version 3.5.2. Pathway enrichment anal-
ysis was performed with Metascape [45].

2.10. Data availability )

ScRNA-seq data from isolated islets from the P16 FItp’™®; mTmG mice
were deposited in the Gene Expression Omnibus under accession
number GSE161966. All of the codes to reproduce the results from this
data as well as fully processed and annotated count matrices will also
be publicly available upon acceptance of the manuscript.

3. RESULTS

3.1. CD81 was heterogeneously expressed in mouse pancreatic [3-
cells

To dissect B-cell heterogeneity and identify novel markers for immature
and mature PB-cells, we performed high-throughput single-cell RNA
sequencing (ScRNA-seq) of mouse endocrine cells at postnatal (P) day
16, around which a major change in the expression of markers asso-
ciated with B-cell maturation occurred [12,14]. Using droplet-based
scRNA-seq, we transcriptionally profiled 18.716 single endocrine cells
(after quality control). Unsupervised graph-based clustering [46] revealed
four major cell clusters including a-, B-, d-, and PP-cells (Figure 1A,
Supplementary Fig. 1A, and Supplementary Table 2). A small fraction of
each cluster expressed the cell cycle marker mKi67, indicating the
presence of dividing cells at this early postnatal stage (Supplementary
Fig. 1B). To explore postnatal B-cell heterogeneity, we performed Lou-
vain clustering (resolution 0.5) of B-cells and identified five main cell
clusters (Figure 1B). Among these, we found a differential expression of
Ca81 in one of these clusters (cluster 2) compared to all of the others
(Figure 1B and Supplementary Table 2). In contrast to a small fraction of
Ca81-expressing B-cells, the majority of non-B-endocrine cells
expressed this marker (Supplementary Fig. 1C). To validate these find-
ings, we isolated adult mouse islets to analyze and sort by flow cytometry
cells expressing CD81 using an anti-CD81 antibody. We found two
endocrine subpopulations including a high-level CD81-expressing sub-
population (CD81"9" and a subpopulation expressing no CD81 protein or
very low levels (hereafter referred to as CD81 low/ ’) (Figure 1C and D). The
FACS results were confirmed by Western blotting (Figure 1E) and live cell
imaging (Figure 1F) on the sorted populations. Immunostaining and gPCR
analyses revealed that a main fraction of CD81"" cells expressed in-
sulin, whereas the majority of CD81"9" cells expressed glucagon
(Figure 1G and H). Altogether, these findings demonstrate that CD81 has
a heterogeneous pattern of expression in B-cells, thus enabling the
separation of two distinct subpopulations.

3.2. CD81 expression levels was gradually reduced in B-cells after
birth

To assess the developmental changes in Cad87 expression in the endo-
crine lineage, we analyzed the expression of this gene in the scRNA-seq
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Figure 1: CD81 divided f3-cells into two distinct subpopulations. (A) UMAP of 18.716 single cells from isolated islets from P16 mice. Different colors mark distinct endocrine
cell types annotated based on the expression of signature hormone genes. (B) UMAPs representing only the B-cell cluster (7.275 single cells). On the top left, color-coded B-cell
sub-clusters (1—5) identified by stochastic clustering (Louvain). The other 3 UMAPs indicate the mRNA expression levels (the lighter the color, the higher the expression) of Ucn3,
Mafb, and Cd81 in B-cells. (C) Representative FACS plot of adult mouse isolated islets stained for CD81. (D) Quantification of CD81 high and CD81'"~ adult endocrine cells by FACS
analysis. (E) Representative Western blotting image from sorted CD81"%" and CD81'°"" endocrine cells. (F) Representative confocal pictures of single endocrine cells right after
sorting. Scale bar 10 um. (G) Immunostaining for insulin (Ins), glucagon (Gcg), and CD81 on dispersed islets. Scale bar 10 um. (H) qPCR analysis of CD81-based sorted adult

endocrine cells (*P < 0.05; t-test).

dataset derived from pancreas development at E12.5—15.5 [41] as well
as P16 and adult islets [2]. We found that the majority of embryonic
(E12.5—15.5) ductal, endocrine progenitors (EPs), Fev™ hormone™, and
hormone™ endocrine cells expressed Cd87. However, at these stages,
the expression levels of Cd87 were slightly higher in hormone™ endo-
crine cells than other clusters (Figure 2A). At these embryonic stages, a
major fraction of all types of endocrine cells expressed Cd87 (Figure 2B).
At P16, the majority of a-, d-, and PP-cells expressed high levels of
Ca81, whereas only a fraction of B-cells was Ca87"" (Figure 2C). The
portion of Ca81™" B-cells was even further reduced in adult islets
(Figure 2D). To further validate these findings, we used a novel knock-in
Nkx6-1-Venus fusion reporter mouse line (hereafter referred to as Nkx6-
1-VF) in which a bright fluorescence Venus protein was fused to the C-
terminus of the endogenous B-cell-specific transcription factor (TF)
Nkx6-1, allowing specific isolation of [-cells [33] (Supplementary
Figs. 2A and B). Using this mouse model, we isolated B-cells at P4,
P16, P21, and P180 and performed FACS analysis (Figure 2E and

Supplementary Fig. 2C), which revealed a gradual reduction in the
number of B-cells expressing high levels of CD81 (Figure 2F). The
presence of Nkx6-1-VF*/CD81M" and Nkx6-1-VF+/CD81°Y" B-cells
was also confirmed by immunofluorescence staining (IF) of single B-cells
from isolated and dispersed islets (Figure 2G). Taken together, all
endocrine cells are CD81M9" during pancreas development, whereas in
early postnatal and adult islets, all endocrine non-B-cells and a small
fraction of B-cells express high levels of CD81.

3.3. Increased Cd81 expression levels correlated with an immature
B-cell profile

To provide a deeper insight into CD81-based [-cell heterogeneity, we
performed differential gene expression analysis of P16 [-cells and
identified 322 upregulated and 331 downregulated genes in Cag87"%"
cells compared to Cd81™" B-cells (Figure 3A and Supplementary
Table 2). Gene ontology (GO)-term analysis revealed that Cd87°"" -
cells were enriched for terms related to oxidative phosphorylation, the
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PI3K pathway, and regulation of mTORC1 by amino acids or the LKB1-
AMPK complex (Rheb, Rragd, and Fnip1 and Fnip2, Flcn, PrkabZ2, and
many members of the Afp6v family) (Figure 3B and Supplementary
Table 2). This suggested a more mature state of CD87°" B-cells
compared to cD81M" celis. In support, we found increased levels of key
B-cell maturation markers Ucn3, Glut2 (Slc2a2), Mafa, and Sytl4 in
Cd81°"" cells. In contrast, immature B-cell markers Mafb [47], Rbp4
[48], and Chga were highly expressed in Cagymon B-cells (Figure 3A and
C). We then compared the differentially expressed genes in Cd81°"" and
Cdg1Man B-cells with the gene profile of embryonic Fevt/hormone™ and
hormone™ endocrine cells [41]. This analysis revealed a closer profile of
Cd81™" than Ca87°“" B-cells to the embryonic endocrine cells
(Figure 3D and Supplementary Table 2). It has been shown that in healthy
adult islets, B-cells cluster into more mature (3-1) and less mature (3-2)
cells [2]. Comparing the differentially expressed genes in these clusters
with those from postnatal Cd87°"" and Ca87™" B-cells revealed a
higher similarity of Cd87°"" with B-1 and Cd87"" with B-2 cells
(Figure 3E and Supplementary Table 3), highlighting the reduced mature
phenotype of caghiah [-cells. In support of this conclusion, targeted
pathway enrichment analysis disclosed a higher expression of genes
associated with cAMP [49,50], FoxO [51], and insulin-signaling pathways
in Ca81°"" compared to Ca87"" B-cells (Figure 3F and Supplementary
Table 2).

3.4. CD81""" [-cells exhibited increased expression levels of
Mafa and Fltp

To further validate the results from the scRNA-seq data, we first
performed qPCR analysis on sorted 3-cells from adult Nkx6-1-VF mice
that unveiled higher expression levels of mature markers Ucn3 and
Mafa in CD81""" and increased transcriptome of immature marker
Rbp4 [48] in CcDg1Man B-cells (Figure 4A). IF staining also revealed a
negative correlation between CD81 and Mafa expression in Nkx6-1-VF
B-cells (Figure 4B). We previously identified the Wnt/planar cell polarity
(PCP) effector protein Flattop (Fltp) as a marker for mature B-cells
[4,29]. Hence, we explored the correlation between the expression
levels of this marker and Cd87 using our P16 scRNA-seq dataset that
was obtained from the FIfp®": mTmG mouse line. In these animals, the
expression of Cre under Flfp promoter activity resulted in excision and
switching of the expression of the membrane Tomato (mT) to mem-
brane GFP (mG). Therefore, upon Fltp expression, mT-expressing cells
started to express mG, appeared yellow (mTmG), and were green
afterward (expressing only mG). Based on this lineage-tracing system,
we clustered P16 single B-cells and found increased Cd87 expression
in Fltp~ (expressing only mT) compared to Fltp™ (expressing mTmG
and only mG) B-cells (Figure 4C). To support this data, we utilized the
FIthV knock-in/knock-out mouse line in which the open-reading frame
of Fltp is substituted by histone 2B (H2B)-Venus reporter (FVR) [29]. We
isolated islets from adult FIthW+ heterozygous mice and performed
FACS analysis. Based on our sorting scheme, we found four endocrine
cell groups including FVR—/CD81°“~ FVR—/CD81"" FVR*/
CD81°"" "and FVR'/CD81™" subpopulations (Figure 4D). As ex-
pected in adult islets, the majority of 3-cells were CD81 low/- However,
it was evident how the FVR™ population was more enriched in CD81 high
compared to FVR™ (46.4% + 2.442 vs 37.16% =+ 1.936) (Figure 4E).
Collectively, these experiments validated the scRNA-seq data and
presented CD81 as a novel marker for immature B-cells.

3.5. CD81 expression levels were increased in stressed and
dedifferentiated -cells

To check if Cd81 expression levels changed in diabetic conditions, we
used our recently reported dataset from the multiple low-dose model of

streptozotocin-induced (STZ) diabetic mice [2]. First, we plotted Cd871
expression in all endocrine cells from 4 major groups including WT and
STZ treated with vehicle, long-acting pegylated insulin analog (PEG-
Ins), and a combination of PEG-insulin and GLP-1-oestrogen conjugate
(PEG-Ins/GLP-1-0e) (Figure 5A and B). We found subtle changes in
Cad81 transcripts in o-, d-, and PP-cells between different groups
(Figure 5A and Supplementary Fig. 3A). Strikingly, the levels of Cd871
were increased in B-cells from STZ mice but were reduced upon
treatment with PEG-Ins and PEG-Ins/GLP-1-Oe (Figure 5A—C), sug-
gesting CD81 as a marker for dedifferentiated B-cells. In support of
this notion, we found a similar expression pattern of Cd87 and
dedifferentiation marker Aldh7a3 in STZ B-cells (Supplementary
Fig. 3B). When we compared the profile of B-cells from STZ mice to
those from the P16 stage, they exhibited a higher overlap of differ-
entially expressed genes to Cdg 1Mo [-cells. Conversely, STZ B-cells
treated with PEG-Ins and PEG-Ins/GLP-1-Oe were transcriptionally
more similar to P16 Cd87°" cells (Figure 5D and E and
Supplementary Table 3). Next, we explored the expression changes of
Cd81 in the NOD mouse model, which mimics T1D. Although most -
cells undergo apoptosis in these animals, a subpopulation of B-cells
resists immunological attacks due to the dedifferentiated phenotype
[19,52]. We used a recent scRNA-seq dataset from NOD B-cells at 8
and 14 weeks to test our hypothesis of whether Cd87 was upregulated
in a T1D disease model [42] and compared the Cd87 levels with B-
cells of control healthy mice [2]. Importantly, we observed an increased
level of Cd87 in B-cells but no other non-f endocrine cells from 8- to
14-week-old animals. (Supplementary Figs. 3C and D). To assess the
changes in CD81 levels in a T2D model, we used islets from leptin
receptor-deficient mice also known as db/db mice [53]. Immuno-
staining of pancreatic islets from these mice showed a striking in-
crease in the number of CD81M9" B-cells compared to the WT control
islets (Supplementary Fig. 3E). To validate these findings, we
mimicked diabetic conditions in vitro by performing a stress assay of
cultured Min6 mouse insulinoma cell line. We first showed that these
cells also segregated into CD81™" and CD81'°Y~ subpopulations
(Supplementary Figs. 3F and G). Treating Min6 cells with glucose/
palmitate resulted in an increased number of CD81 high cells (Figure 5F
and G). The same result was also observed with primary isolated [3-
cells (Figure 5H and I). Altogether, these data demonstrated that
exposure to stress increased the number of cDg1Man B-cells.

3.6. CD81 expression patterns in healthy and stressed human
islets

To translate our findings to humans, we first analyzed CD87 expres-
sion during human endocrinogenesis. Using the available scRNA-seq
dataset from in vitro differentiated human endocrine cells [43], we
found a gradual increase in CD87 transcripts during endocrinogenesis.
Furthermore, a major fraction of stem cell-derived p—(SC—p), SC-a,
and SC-O cells expressed high levels of CD87 (Figure 6A). Immuno-
staining of in vitro differentiated endocrine cells also indicated the
expression of CD81 protein in SC-- and SC-a. cells (Figure 6B). Next,
we reanalyzed the scRNA-seq dataset of isolated islets from healthy
adult human donors [44] and found that all of the endocrine cell types
were segregated into CD87"9" and €D81°" cells (Figure 6C). GO-
term analysis of [-cells revealed terms associated with lipid and
glucose homeostasis, programmed cell death, vesicle trafficking,
secretion in CD81“'9“, and terms related to transmembrane transport,
cytoskeleton, and MAPK signaling in cD81°Y" cells (Figure 6D and
Supplementary Table 3). Both populations were enriched for terms
associated with different modes of the ER stress response. While the
cD81ov- subpopulation likely activated the PERK pathway in response
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to milder and physiological ER stress, the cD8 1M B-cell subpopu-
lation possibly activated the ATF6-mediated unfolded protein response
(together with IRE1 and ERAD) as a protective or compensatory
response to ER stress (Figure 6D and E). Interestingly, a recent report

showed the existence of [3-cells with different status based on insulin
secretion and unfolded protein response (UPR) in physiological con-
ditions [54]. Pseudotime ordering of single human B-cells indicated
that B-cells (not all at the same time) undergo a transition between low

MOLECULAR METABOLISM 49 (2021) 101188 © 2021 The Author(s). Published by Elsevier GmbH. This is an open access article under the CC BY-NC-ND license (http://creativecommons.org/licenses/by-nc-nd/4.0/). 7

www.molecularmetabolism.com


http://creativecommons.org/licenses/by-nc-nd/4.0/
http://www.molecularmetabolism.com

Original Article

A cds1 B
S-cells .
.,,)
g 3 3
[\ N
g PPcells | & 2 g 2
g g
S i | 3 3
 Control a-cells 1 Control ® 1
: :%—‘F{E'gc:e STZ-Vehicle
- -Ins A o]
©® STZ-PEG-Ins/GLP-1-Oe 0 i 'STZ-PEG-I?;/ZGiE’g-gZ : 0
c UMAP1 UMAP1 UMAP1 UMAP1
o 25 Cdg1hish  Cdg1'ow- Cdg1hish  Cdg81low- Cdg1hieh  Cd81'ow-
0.0 2
Ctrl Vehicle- PEG- GLP1-E+
E STZ insulin ~ PEG-insulin
s Rbp4 Aqp4 i Erotlb 4 g
‘ i 28 Ucn3 Ucn3
3 . 20 Slc2a2 Sic2a2
) i : 18] Ero1lb Ero1lb
] i L 19 Gpx3 N G6pc2 G6pc2
i - pam. STZ-Vehicle S1Z Popiria s1Z
CdBT™" Cds1™  Cdgi™ Cdg™™  Cdsio cCdgimn 1523 el FECHINSSESIECe
1 - gﬁffg'a., % 60 * 100 ™ s Control —*
o o ]=Gluc.+Pal. 785 T
O 4 © el 80 =l
° = o [7]
2 i = 3 0 |
o £ L] o [s 2
Red T 40 - =60 = &=
o (8] ° c 9 651
5 P b} 5 Q
N 5 N @
Feod = 5% 0 =
E % g B 6o |
2. © 204 S g = J'_
5 - © 55
o 2 =
R T PR PR ° o o NN < -
" CD81-PE T T R I A 50
Control Glu.+Pal. CD81-AF647 Control  Glu.+Pal.

Figure 5: CD81 levels increased in stressed [3-cells. (A) The left UMAP represents the different endocrine populations in control and treated animals. The right UMAP indicates
the expression levels of Cd87 in different endocrine cell types from different treatments. (B) The left UMAP shows B-cell clusters in control and treated animals. The right UMAP
displays the expression levels of Cd81 in B-cells from different treatments. (C) Violin plots representing Cd87 expression levels in B-cells among the different treatments. (D) Venn
diagrams showing the comparison between differentially expressed genes of P16 Cd81"®" and Cd87°"" B-cells with differentially expressed genes in B-cells from STZ, STZ
treated with PEG-Ins, and STZ treated with PEG-Ins/GLP-1-Oe. The analyses indicated in A-D were performed from the database described in Sachs et al., 2020. (E) Violin plots of
representative genes upregulated (Rbp4 and Agp4) or downregulated (Ero7/b) in P16 Cd81"" compared to Cag 7" B-cells. Rbp4 and Agp4 were differentially upregulated in STZ
B-cells. Erol1b was differentially upregulated in -cells from STZ treated with PEG-Ins and PEG-Ins/GLP-1-Oe. (F) Histogram representing FACS analysis of CD81 expression levels
in control and glucose-palmitate (Glu.+-Pal.)-treated Min6 cells. (G) Quantification of FACS analysis indicating increased CD81 levels in stressed Min6 cells compared to controls
(*P < 0.05; t-test). (H) Histogram showing FACS analysis of CD81 expression levels in control and Glu./Pal.-treated primary B-cells isolated from Nkx6-1-VF adult islets. (I)
Quantification of FACS analysis revealing an increase in CD81 levels in stressed primary Nkx6-1-VF-derived B-cells (*P < 0.05; t-test).

and high phases of insulin biosynthesis. The cells that produce high
amounts of insulin undergo increased ER stress (INS"9"/UPR"). To
cope with this, the cells downregulate insulin biosynthesis and upre-
gulate ER stress coping mechanisms (UPR signaling) (INS'°"/UPR"dM)
[54]. When we compared the differentially expressed genes between
cD81°"" and CD8T™" human P-cells with those between INS®/
UPR™" and INS"9"/UPR®Y B-cells, we found a higher similarity be-
tween CD81°Y" cells with INS®Y/UPR™" B-cells (Figure 6F and
Supplementary Table 3). The data further highlighted the positive
correlation between high levels of CD81 expression with increased ER
stress levels of B-cells. To further support this concept, we performed
an in vitro stress assay using cell line EndoC-fH1 and we found
increased levels of CD81 protein upon exposure to different stress
conditions including tunicamycin and glucose/palmitate (Figure 6G and
H). Collectively, these data showed similar expression patterns of CD81
in healthy and stressed human B-cells as observed in mice.

4. DISCUSSION

The concept of B-cell heterogeneity was proposed and discovered
several years ago [5,55]. This topic recently regained attention due to
the development of single-cell sequencing technologies [48,56—58]
and the identification of novel markers that have increased our un-
derstanding of B-cell heterogeneity in health and disease. The iden-
tification of the Wnt/PCP signaling pathway effector and reporter Fitp
linked tissue architecture and polarity to B-cell maturation [4,59] and
the identification of surface markers such as the tetraspanin CD9 and
ST8SIA1 allow us to distinguish four subtypes of human B-cells [16].
An increasing number of studies have demonstrated functional het-
erogeneity regarding either metabolism or electrical activity
[17,18,48,60]. In this context, identifying an immature B-cell sub-
population with increased mitotic potential suggests that they are ideal
target cells for 3-cell expansion strategies. Nevertheless, to the best of
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our knowledge, no surface marker that specifically labels immature -
cells has been reported to date. Therefore, the identification of CD81 in
this study is of great importance because this protein not only marks
immature B-cells but, due to its plasma membrane localization, can
also be used to isolate and/or track this subpopulation. It should be
noted that approximately 30% of adult B-cells still express CD81, while
only less than 2% of B-cells effectively proliferate [61,62]. This
observation could possibly indicate that while a subpopulation of [3-
cells remains proliferation competent, only a minor fraction is actively
undergoing the cell cycle. This together with the observation of other
markers differentially regulated within the Ca87™9" cells (Mafb, Cd79g,
and Gpx3) highlights the extreme complexity of B-cell heterogeneity.
We found that the levels of CD81 increased during endocrinogenesis in
mice and humans. This data proposes a possible important role of

CD81 in endocrine lineage formation during development. A recent
study identified a subset of CD81-positive beige adipocyte progenitor
cells that are proliferative and contribute to maintenance cellular
composition of adipose tissue [63]. This study illustrated that B-cells
are not the only cell population exhibiting cellular heterogeneity based
on CD81 expression levels. Importantly, CD81 was shown to play a role
for de novo biogenesis of beige fat upon cold exposure. Mechanisti-
cally, this protein exerted its function by forming a complex with
integrins to activate focal adhesion kinase (FAK) signaling. Integrin-
mediating mechanosignaling has also been shown to dictate fate
decisions of pancreatic progenitors [64]. The interaction between the
extracellular matrix with integrin o5 activates a F-actin-YAP1-Notch
signaling cascade that triggers differentiation of pancreatic pro-
genitors toward the ductal lineage at the expense of endocrinogenesis.
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Future studies should address if CD81 mediates neighboring cell in-
teractions and mechanosignaling during endocrine lineage decision.
Furthermore, whether this protein plays a function in human endocrine
lineage induction needs to be explored in more detail.

CD81 likely marks immature B-cells as its reduced expression levels are
associated with increased gene regulatory networks involved with
maintaining B-cell maturation [4,37]. A recent study showed that the
maintenance of an immature [3-cell subpopulation in adult healthy islets
was connected to heterogeneity of PDX1/MAFA TFs, which is necessary
for the normal physiological function of islets [65]. While the expression
levels of CD81 were gradually restricted to a subpopulation of mouse B-
cells, it was expressed in all non-B-endocrine cells in adult stages. This
finding discloses that in the maturation process, B-cells but no other
endocrine cells downregulate CD81 expression levels. If and how the
expression levels of CD81 are associated with the maintenance of an
immature state in B-cells is unknown. One possible scenario is that due
to its surface localization, CD81 might be involved in triggering or
repressing signaling cascades important for B-cell immaturity. Further-
more, the interaction of CD81 with other surface proteins may play a role.
Along this line, we found that the two CD81 subpopulations differed in
their surface molecule profiles (higher expression levels of Cldn3, Cldn4,
Cldn6, Msinl, Alcam, and Agp4 in cD81"M and higher expression levels
of Ninj1, Tjp2, and Gabbr2in cpsiov- B-cells; Supplementary Table 2).
Moreover, CD81 might play a role in the interaction of -cells with other
endocrine and non-endocrine cell types, which might also influence the
secretory capacity of B-cells. Generating a -cell-specific CD81 knock-
out mouse model will address whether CD81 function is essential for
preserving B-cell immaturity. Notably, the expression pattern of CD81
differs in human endocrine cells, since both a- and B-cells are hetero-
geneous for CD81. This raises the question of why such differences exist
and whether the islet architecture and neighboring cell-type interactions
influence the expression of CD81 and determine an immature phenotype
[5].

Healthy human [-cells have shown different levels of ER stress [54]
that proposes an additional layer of B-cell heterogeneity, which cor-
relates with CD87 expression levels. Moreover, the expression of CD81
was increased in different models of stressed B-cells in mice and
humans. Although these findings clearly indicate a correlation between
CD81 expression and PB-cell stress levels, further investigations are
required to dissect if and how CD81 might impact different routes of
response to stress in B-cells. Because we identified CD81 as a marker
for immature B-cells, the upregulation of this gene in stressed cells
suggests an increase in their immaturity profile. Along this line, we
recently reported that STZ treatment results in a significant shift in the
B-cell profile toward a dedifferentiated state [2]. These adult dedif-
ferentiated B-cells had a close transcriptional profile with immature [3-
cells. Similarly, dedifferentiated B-cells had a closer profile to P16
Cd81"™" than Cd81°"" cells, but the common shared upregulated
genes between STZ and cag1mon B-cells were only a fraction of their
total differentially expressed genes. Thus, these findings suggest that
CD81 marks immature B-cells in healthy islets and labels dediffer-
entiated B-cells in metabolically stressed environments, such as
during diabetes progression (Supplementary Fig. 4). Further studies
are required to assess functional confirmation (GSIS, calcium activity,
and mitochondria activity) of the transcriptomic data. Furthermore, as
CD81 is expressed in immune cells [28], its identification on the
surface of B-cells paves the way to several hypothesis regarding the
pathogenesis of T1D. Provokingly, are CD81-expressing B-cells more
or less visible to the primed immune system? Alternatively, is CD81 a
possible entry point for viruses triggering the autoimmune response?
Future studies should address these questions.

In summary, the identification of CD81 provides a valuable tool to
target immature and diseased B-cells for regeneration. Because CD81
is a surface protein and is especially upregulated in dedifferentiated 3-
cells, it can offer a novel mediator for targeted delivery. Future studies
should explore the possibility of conjugating antibodies against CD81 to
small molecules, siRNA, and signaling factors capable of B-cell
expansion or restoring their function. Along this line, a recent work
reported the isolation of different endocrine cell types in mice and
humans using a combination of CD24 and CD71 [66]. Based on this
study, B-cells express low levels of CD24 and are positive for CD71.
Although CD71 expression increases at the postnatal stage, it does not
segregate B-cells into mature and immature populations. Thus, the
combination of CD81 with these novel surface markers might provide a
better strategy to target immature and dedifferentiated B-cells.
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