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The autoimmune dermatosis pemphigus foliaceus (PF) is predominantly caused by IgG
autoantibodies against the desmosomal cadherin desmoglein (Dsg) 1. The exact
mechanisms that lead to the characteristic epidermal blistering are not yet fully
understood. In the present study, we used a variety of biophysical methods to examine
the fate of membrane-bound Dsg1 after incubation with PF patients’ IgG. Dispase-based
dissociation assays confirmed that PF-IgG used for this study reduced intercellular adhesion
in a manner dependent on phospholipase C (PLC)/Ca2+ and extracellular signal-regulated
kinase (ERK) 1/2 signaling. Atomic force microscopy (AFM) revealed that Dsg1 binding on
single molecule level paralleled effects on keratinocyte adhesion under the different
conditions. Stimulated emission depletion (STED) super-resolution microscopy was used
to investigate the localization of Dsg1 after PF-IgG incubation for 24 h. Under control
conditions, Dsg1 was found to be in part co-localized with desmoplakin and thus inside of
desmosomes as well as extra-desmosomal along the cell border. Incubation with PF-IgG
reduced the extra-desmosomal Dsg1 fraction. In line with this, fluorescence recovery after
photobleaching (FRAP) experiments demonstrated a strongly reduced mobility of Dsg1 in
the cell membrane after PF-IgG treatment indicating remaining Dsg1 molecules were
primarily located inside desmosomes. Mechanistically, experiments confirmed the
involvement of PLC/Ca2+ since inhibition of PLC or 1,4,5-trisphosphate (IP3) receptor to
reduce cytosolic Ca2+ reverted the effects of PF-IgG on Dsg1 intra-membrane mobility and
localization. Taken together, our findings suggest that during the first 24 h PF-IgG induce
redistribution predominantly of membrane-bound extradesmosomal Dsg1 in a PLC/Ca2+

dependent manner whereas Dsg1-containing desmosomes remain.
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INTRODUCTION

Desmosomes are complex cell-cell contacts mediating strong
intercellular adhesion and can be found in all epithelia, especially
in tissue subjected to high mechanical stress like the skin or
myocardium (1, 2). They consist of desmosomal cadherins called
desmoglein (Dsg) 1-4 and desmocolin (Dsc) 1-3 which are linked
via armadillo proteins such as plakoglobin (Pg) and plakophilins
to desmoplakin (Dp) that couples the protein complex to the
intermediate filament network (3). Dsgs and Dscs are engaging
in homo- and heterophilic trans-interactions in a Ca2+

dependent manner to join the intermediate filament networks
of two adjacent cells together (4, 5). Although providing
mechanical resilience, desmosomes are highly dynamic
structures undergoing constant remodeling. Desmosomal
cadherins can also be located extra-desmosomal in the cell
membrane, which can serve as a pool for shuttling adhesion
molecules into or out of desmosomes (6, 7).

Pemphigus is an autoimmune dermatosis characterized by
epidermal blister formation and/or mucosal erosions. Genetic
factors can increase the susceptibility for pemphigus and
influence the intricate pathomechanisms (8, 9). While several
antibodies can be found in patients’ sera, the major target
antigens in pemphigus are the desmosomal cadherins Dsg1
and Dsg3 (10–12). The antibody profile correlates with the
clinical phenotype of the two main variants of pemphigus.
Pemphigus foliaceus (PF) patients show mainly antibodies
against Dsg1 and blisters in epidermal skin, while
mucocutaneous pemphigus vulgaris (PV) is characterized by
additional antibodies targeting Dsg3 and blistering of the skin
and mucosal erosions (13). It has been shown that fractions of
pemphigus patients’ sera targeting only Dsg3 are sufficient to
induce loss of keratinocyte adhesion between the basal and
spinous layer of the epidermis (acantholysis) in neonatal mice,
a hallmark of pemphigus (14). In contrast, in human skin,
antibodies against Dsg1 are required to induce acantholysis
similar to the situation in patients, indicating that Dsg1 plays
an important role for maintenance of epidermal integrity (15).
This is supported by animal models where loss of Dsg1 caused
lethal skin blisters in superficial epidermis, whose localization is
similar to patients with PF (16, 17). The mechanisms of antibody
induced acantholysis are manifold and include direct inhibition
of desmosomal cadherin binding as well as an activation of
numerous signaling pathways such as p38MAPK, PKC, EGFR,
PLC and ERK1/2 (18–20). In this regard, desmosomes are
suggested to play a key role in serving as signaling hubs (18,
19, 21). Therefore, it was proposed that Dsg1 and Dsg3 mediate
Frontiers in Immunology | www.frontiersin.org 2
autoantibody-specific signaling which may contribute to the
different clinical phenotypes in pemphigus (22).

It haspreviouslybeen shownthatCa2+ signalingplays akey role in
PF-IgG inducedDsg1 relocalization and loss of intercellular adhesion
(23).However, little is knownaboutDsg1 intra-membrane dynamics
or the adhesionalterationson the singlemolecule level in this context.
In this study, we aim to enlighten the understanding of pemphigus
pathogenesis by investigating the fate of Dsg1 in response to PF-IgG
regarding its dynamics and intramembrane localization and the
involvement of the cytosolic Ca2+ signaling.
MATERIALS AND METHODS

Cell Culture
Human keratinocyte cells (HaCaT) (24) were cultured according
to standard protocols in Dulbecco’s modified Eagle’s medium
(DMEM) (Thermo Fisher Scientific, Waltham, MA) containing
1.8 mM Ca2+, supplemented with 10 % fetal bovine serum
(Sigma Aldrich, St. Louis, MO ), 50 μg/ml streptomycin
(AppliChem, Darmstadt, Germany), 50 U/ml penicillin
(AppliChem) at 37 °C in a 5 % CO2 atmosphere.

Mediators and Concentrations
The inositol 1,4,5-trisphosphate (IP3) receptor-mediated Ca2+

release inhibitor xestospongin C (Xesto) (Merck, Darmstadt,
Germany) was used at a final concentration of 0.4 μM. To
suppress PLC mediated signaling U-73122 (Merck) was used at
4 μM. The MEK1/2 inhibitor U0126 (Cell Signaling Technology,
Danvers, MA) was used at 10 μM to suppress ERK1/2 activation.
Since all mediators were dissolved in DMSO (Merck), control
experiments were conducted in 0.2 % DMSO to match the
DMSO concentration caused by treatment with mediators.

Pemphigus Sera and IgG Purification
In this study, sera from two patients were used, one suffering
from PF and one from PV, respectively. The diagnose was based
on ELISA (Euroimmun, Lübeck Germany) , d i rec t
immunofluorescence and histology. Clinical background
information can be found in Table 1. Patient sera were
obtained from the dermatology department of the Philipps
University Marburg. Donors gave written consent for research
use and a positive vote of the ethics committee from the medical
faculty of the University of Marburg was given (Az20/14).
Protein A affinity purification was used to obtain IgG fractions
from sera of PF and PV patients as well as healthy volunteers as
control-IgG (c-IgG) as described previously (25). All IgG were
TABLE 1 | Clinical background of patient sera.

IgG ELISA score [U/ml] Patient age Disease status Therapy

anti-Dsg1 IgG anti-Dsg3 IgG

PF-IgG 756 0 82 Chronic none
PV-IgG 253 128 43 Acute relapse Dapson 50mg
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incubated 1:50 in the experiments which resulted in a final
concentration of 29 μg/ml c-IgG, 62 μg/ml PF-IgG and 68 μg/
ml PV-IgG, respectively, as evaluated using a BCA protein assay
kit (Thermo Fisher Scientific) according to the manufacturers
protocol. The monoclonal anti-Dsg3 antibody AK23 (Biozol,
Eching, Germany) was used at 75 μg/ml.

Dispase-Based Dissociation Assay
HaCaT cells were grown in 24-well plates. After reaching
confluency they were pre-incubated for 1 h with respective
mediators, then IgG fractions were added for 24 h. Afterwards,
cells were washed with Hank’s balanced salt solution and incubated
with dispase II solution (>2.4 U/ml dispase II in Hank’s balanced
salt solution, Sigma-Aldrich) for 20 min at 37 °C until the cell
monolayer detached from the well bottom. An electric pipette
(Eppendorf, Hamburg, Germany) was used to apply a defined
mechanical stress by pipetting the monolayer 10 times. The
resulting fragmentation of the cell layer, which is an inverse
measurement for intercellular adhesion, was automatically
analyzed using a self-written ImageJ (National Institutes of
Health, Bethesda, MD) macro counting all cell fragments larger
than 0.0125 mm². The number of fragments in each experimental
condition has been normalized to the DMSO c-IgG value.

Fluorescence Recovery After
Photobleaching (FRAP)
FRAP studies were performed as described previously (26).
Briefly, cells were seeded in eight-well imaging chambers
(Ibidi, Martinsried, Germany) and transfected with the plasmid
mCherry-Desmoglein1-N-18, a gift from Michael Davidson
(Addgene plasmid # 55030; http://n2t.net/addgene:55030;
RRID:Addgene_55030) using Turbofect (Thermo Fisher
Scientific) according to the manufacturers protocol. 24 h after
transfection cells were incubated with respective mediators and
IgG fractions for 24 h. FRAP experiments were conducted on an
SP5 inverted microscope with a x63 HC PL APO NA=1.2
objective (Leica, Wetzlar, Germany) in a cage incubator
(OKOLAB, Burlingame, CA) at 37 °C at constant humidity
with 5 % CO2. The FRAP wizard software (Leica) was used to
perform and analyze the experiments. Bleaching areas were
chosen along the membrane of two transfected neighboring
cells. 5 frames were captured to obtain the pre bleach mCherry
intensity, followed by bleaching for 10 frames using the 594 nm
laser line at 100 % transmission. Recovery of the fluorescence was
recorded for 180 s until a stable fluorescence intensity was
reached. The fraction of immobile molecules was calculated as

immobile fraction  =  1 −
Iplateau − Ibleach
1 − Ibleach

with Iplateau being the plateau fluorescence intensity after recovery
and Ibleach being the fluorescence intensity after the bleaching step,
both normalized to the initial fluorescence intensity.

Atomic Force Microscopy (AFM)
For AFM experiments, an atomic force microscope (Nanowizard
IV, JPK Instruments, Berlin, Germany) mounted on an inverted
Frontiers in Immunology | www.frontiersin.org 3
microscope (IX83, Olympus, Tokyo, Japan) was used. AFM
cantilevers (MLCT AFM Probes, Bruker, Calle Tecate, CA)
were functionalized with recombinant Dsg1-FC as described
previously (26, 27). AFM experiments were conducted on
living HaCaT cells at 37 °C in DMEM medium containing 1.8
mM Ca2+. After acquisition of a topographic image to identify
cell borders, sampling areas of 2 μm x 2 μm over the nucleus and
5 μm x 1.5 μm across cell borders between two cells were selected
and force-distance-curves (FDC) were recorded in a pixel-wise
manner. For each FDC, the cantilever tip was brought into
contact with the cells for 0.1 s with an indentation force of 0.5
nN and then retracted 3 μm at 10 μm/s. The resulting FDCs were
analyzed using the JPKSPM Data Processing software (version 6,
JPK Instruments) and for each unbinding event the
corresponding unbinding force was determined. For each
experiment, an interaction probability was calculated as the
ratio of FDCs that showed an interaction and the total number
of FDCs. For each experiment, the most probable unbinding
force was computed by fitting the distribution of the forces with
an extreme function of the form y = y0 + A  exp ½− exp½−(
x−xc
w )� − ( x−xcw ) + 1� where xc is the most probable unbinding
force. After performing measurements on two different cell
borders and cell surfaces, cells were incubated for 1 h with IgG
fractions and mediators and the measurements were repeated on
the same areas as before. Finally, incubation induced changes in
interaction probability or force were assessed by determination
of the ratio of the post-incubation results and the pre-
incubation results.

Triton X-100 Fractionation and
Western Blotting
After reaching confluence in 24-well plates, cells were treated with
IgG fractions for 24 h. Subsequently, cells were washed twice with
ice-cold phosphate-buffered saline (PBS) and lysed in Triton X-
100 lysis buffer (0.5 % Triton X-100 (Thermo Fisher Scientific), 50
mM 2-(N-morpholino)ethanesulfonic acid, 25 mM EGTA, 5 mM
magnesium chloride, 1 mM phenylmethylsulfonylfluoride, 1 mM
aprotinin, 1 mM pepstatin A and 1 mM leupeptin (all from VWR
International, Radnor, PA); pH 6.8) on ice for 15 min. Afterwards,
cells were scraped from the well bottom and centrifuged for 5 min
at 4 °C with 30000xg. The resulting pellet containing the
cytoskeletal-bound protein fraction was separated from the
supernatant comprising the non-cytoskeletal bound molecules.
SDS lys i s buffer (12 .5 mM 4-(2-hydroxyethy l ) -1-
piperazineethanesulfonic acid (Sigma-Aldrich), 1 mM EDTA
(VWR International), 12.5 mM sodium fluoride (VWR
International), 0.5 % sodium dodecyl sulfate (Sigma-Aldrich)
and a protease inhibitor cocktail according to the manufacturer’s
instructions (cOmplete, #11697498001, Roche Diagnostics,
Mannheim, Germany); pH 7.4) was used to resuspend the
pellet. After sonication the protein concentration was
determined using a BCA protein assay kit (Thermo Fisher
Scientific) according to the manufacturers protocol. The two
lysate fractions were then subjected to Western blot analysis
according to standard methods (28). Briefly, lysates were mixed
at a ratio of 2:1 with modified Laemmli buffer (29) and
May 2022 | Volume 13 | Article 882116
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subsequently heated to 95 °C for 5 min. Proteins were subjected to
electrophoresis and afterwards transferred to nitrocellulose
membranes (Thermo Fisher Scientific). Primary antibodies used
were anti-GAPDH (#sc-47724, Santa Cruz, Dallas, Tx), anti-Dsg3
(EAP3816, Elabscience, Biozol, Eching, Germany), anti-Dp
(A7635, ABclonal, Woburn, MA), anti-Dsg1 (AB9812,
ABclonal). Horseradish-peroxidase conjugated secondary
antibodies (Dianova, Hamburg, Germany) were used with a self-
made enhanced chemiluminescence solution to visualize proteins
using an iBright™ FL1500 (Thermo Fisher Scientfic).
Quantification was carried out in Image Studio software (LI-
COR Biosciences, Lincoln, NE). Band intensities were
normalized to GAPDH or Dp for non-cytoskeletal or
cytoskeletal fractions, respectively. Resulting values were
normalized to the corresponding c-IgG value.

pSNAPf-hDsg1 Plasmid Generation
The hDsg1 cDNA was amplified by PCR using the mCherry-
Desmoglein1-N-18 construct as a template and the primers in
Table 2. The forward primer, AscI-hDsg1-FW, includes the first
22 bases of the open reading frame of the target of interest with
an ATG start codon. In addition, AscI restriction site and Kozak
consensus sequence, for enhance translation, are introduced to
the 5’ end of the primer. The reverse primer comprises besides
the target specific sequence with excluded/omitted STOP codon,
an AgeI restriction site. Thus, the resulting PCR product contains
an AscI restriction site and Kozak consensus sequence at the
5’ end and an AgeI restriction site at the 3’ end of the target
sequence for hDsg1.

To improve the efficiency of the restriction digestion of the
PCR product, the later was additionally 3’ adenylated and cloned
into the pCRTM2.1- TOPO® vector (ThermoFisher Scientific).
Afterwards, the target sequence was extracted from the TOPO®

vector by digestion with AscI and AgeI restriction enzymes and
subcloned into pSNAPf vector (New England Biolabs, N9183S)
after linearization with the same restriction enzymes. Thus, the
hDsg1 was fused upstream from the SNAP-tag. To ensure that
the hDsg1 sequence was correctly introduced into the vector, the
resulting plasmid (pSNAPf-hDsg1) was subjected to restriction
analyses with either BglII or EcoRI restriction enzymes. The
correctness of the construct was further confirmed/verified
with sequencing.

Stimulated Emission Depletion
(STED) Microscopy
Cells were seeded on #1.5 coverslips (VWR International). In
some experiments cells were transiently transfected with a self-
made pSNAPf-hDsg1 plasmid using Turbofect (Thermo Fisher
Scientific) according to the manufacturer’s protocol. Confluent
cells were incubated with mediators and IgG fractions for 24 h
Frontiers in Immunology | www.frontiersin.org 4
and subsequently fixed with 4 % glyoxal solution (30) for 30 min
at room temperature. Washing steps were done using PBS. After
permeabilization of cells using 0.1 % Triton X-100 in PBS for 10
min and blocking with 3 % bovine serum albumin and 1 %
normal goat serum in PBS primary antibodies anti-Dp (#sc-
390975, Santa Cruz) and anti-Dsg1 (AB9812, ABclonal) were
applied 1:100 in PBS at 4 °C over night. After washing 3 times
with PBS, secondary antibodies conjugated with Alexa Fluor-594
(Abcam, Cambridge, UK) or STAR RED (Abberior, Göttingen,
Germany) where incubated 1:200 at room temperature for 1 h. In
experiments with hDsg1-SNAP transfected cells SNAP-Cell®

TMR-Star (S9195S, New England Biolabs, Ipswitch, MA) was
used 1:200 at room temperature to label overexpressed Dsg1.
Cells were mounted using ProLong Diamond Antifade
Mountant (Thermo Fisher Scientific). STED microscopy was
performed on a STED-Expert line setup (Abberior). A 100x 1.4
UPlanSApo objective (Olympus) was used, pixel size was set to
20 nm, a 775 nm pulsed laser at 20 % and a 595 nm pulsed laser
at 25 % both with a gating time of 800 ps were used to achieve
STED effect. Obtained images were analyzed in areas of
“railroad-like” Dp staining using the Coloc2 plugin in ImageJ
to obtain the Manders overlap coefficient for the Dsg1 and
Dp signal.

Analysis and Statistics
Statistical analysis was performed using Prism 8 (GraphPad
Software, La Jolla, CA). For comparison of two datasets a two-
tailed paired Student’s t-test was performed. For more than two
datasets two-way ANOVA corrected by Holm-Sidak’s Post-hoc
test was used to determine significance. Significance was
assumed for *P<0.05. Error bars represent standard deviation.
Images and figures were arranged using Photoshop and
Illustrator (Adobe, San José, CA). Micrograph analyzation was
done using Image J software (National Institutes of Health).
RESULTS

Suppression of Ca2+ and ERK1/2 Signaling
Ameliorates Loss of PF-IgG-Induced
Intercellular Adhesion
Desmosomal adhesion has long been shown to be regulated by a
variety of signaling pathways and recent studies suggest
involvement of Ca2+ signaling in pemphigus pathogenesis (19,
22, 23). In this study, we investigated the effects of IgG fractions
from sera from PF patients in vitro in HaCaT cells with respect to
possible pathomechanisms. In dispase-based dissociation assays,
the loss of intercellular adhesion, which is typical for treatment
with pemphigus patients’ IgG fractions, was confirmed (31, 32)
(Figures 1A, B). Fully confluent HaCaT cells were treated for 24 h
with IgG fractions before being subjected to dissociation assays.
Pathogenic PF-IgG and PV-IgG led to a significant increase in
fragment numbers compared to incubation with c-IgG from a
healthy control donor. In normal human epidermal keratinocytes,
it could be shown that inhibition of Ca2+ and ERK1/2 signaling
was sufficient to suppress loss of intercellular adhesion in
TABLE 2 | Primer sequences for pSNAPf-hDsg1 generation.

Primer Sequence 5’➔ 3’

AscI-hDsg1-FW GGCGCGCCGCCACCATGGACTGGAGTTTCTTCAGAG
AgeI-hDsg1-REV ACCGGTCTTGCTATATTGCACGGTACTATAC
May 2022 | Volume 13 | Article 882116
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dissociation assays (23). As a next step, we investigated if these
effects can also be observed in HaCaT cells. Ca2+ influx was
blocked either by inhibition of IP3R activation via xestospongin
C (Xesto) or further upstream by blocking IP3 synthesis via PLC
inhibition using U-73122. U0126 was used to inhibit ERK1/2
signaling via MEK1/2 activity suppression which is the upstream
kinase of ERK1/2. Incubation with mediators started 1 h prior to
24 h IgG treatment and resulted in suppression of fragmentation
in response to mechanical stress for pathologic IgG fractions
(Figures 1A, B; Supplementary Figures 1A, B). It is worth
noting, that overexpression of Dsg1 has no protective effect
against loss of cell adhesion induced by PF-IgG (Supplementary
Figure 2A, B).

These data demonstrate that pathogenic PF-IgG used in this
study were effective to induce loss of adhesion in keratinocytes, a
hallmark for pemphigus pathogenicity, similar to PV-IgG
containing both antibodies against Dsg1 and Dsg3.
Frontiers in Immunology | www.frontiersin.org 5
PF-IgG Reduce Dsg1 Binding Probability
But Not Single-Molecule Binding Force in
Atomic Force Measurements
To investigate whether decreased intercellular adhesion in response
to PF-IgG correlates with alterations of Dsg1 binding properties on
the single molecule level, atomic force microscopy (AFM) was used.
Cantilevers functionalized with the complete recombinant Dsg1
extracellular domain linked to human Fc were used to probe living
HaCaT cells as described previously (4). Measurements were
conducted as well in an area spanning the cell border (CB)
between two cells as on top of a single cell in an area above the
nucleus (CS). After measuring single molecule interaction forces
and probabilities under baseline conditions, cells were incubated for
1 h with IgG fractions and mediators. Then, measurements were
repeated and resulting changes in interaction forces and
probabilities were calculated (Figures 2A, B). During all
conditions no significant differences in binding force or binding
A

B

FIGURE 1 | Pemphigus autoantibody induced loss of cell cohesion can be ameliorated by inhibition of Ca2+ and ERK1/2 signaling; (A) Representative images of
monolayer fragments after the application of shear stress of dispase-based dissociation assays of HaCaT cells after 24 h incubation with IgG fractions and
mediators. (B) Corresponding quantification to (A); the number of fragments in each experimental condition has been normalized to the DMSO c-IgG value. N ≥ 5;
each dot represents one independent experiment. *P < 0.05 in two-way ANOVA; error bars represent standard deviation.
May 2022 | Volume 13 | Article 882116
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probability between cell border and cell surface areas could be
detected. Likewise, the interaction forces did not change in response
to c-IgG, PF-IgG alone or in addition with U-73122 or U0126.
Regarding the interaction probability, incubation with c-IgG did not
lead to alterations in quantitative binding behavior. PF-IgG
incubation on the other hand resulted in a substantial reduction
in binding probability, roughly halving the number of binding
events after PF-IgG incubation. This effect was abolished when PF-
IgG was co-incubated with U-73122 or U0126, respectively.

Taken together, these data demonstrate that in response to
PF-IgG Dsg1 molecules become rapidly less available for single
molecule measurements, but the interaction force of individual
binding events is not altered. This effect can be blocked by
inhibiting either Ca2+ or ERK1/2 signaling. Thus, effects of PF-
IgG and involved signaling on loss of keratinocyte adhesion is
paralleled by loss of Dsg1 binding on the molecular level, in line
with the interpretation that Dsg1 adhesion is disturbed
by autoantibodies.

PF-IgG Reduce Dsg1 Mobility in the
Cell Membrane
To investigate underlying mechanisms for loss of intercellular
adhesion after PF-IgG incubation, we analyzed Dsg1 dynamics
using FRAP (33). Cells were transiently transfected with Dsg1-
mCherry and treated for 24 h with mediators and IgG fractions.
After bleaching of Dsg1-mCherry signal at the cell border
between two transfected cells the immobile fraction of
molecules was determined. Incubation with PF-IgG drastically
increased the pool of immobile Dsg1-mCherry molecules in the
cell membrane (Figures 3A–C). Incubation with signaling
pathway inhibitors led to no change in immobile fraction
when treating the cells with c-IgG. However, the inhibitors
Xesto and U-73122 but not U0126 were effective to abolish the
increase in immobile fraction in response to PF-IgG. Taken
together, these results indicate involvement of Ca2+ but not
Frontiers in Immunology | www.frontiersin.org 6
ERK1/2 signaling in modulation of membrane bound
Dsg1 mobility.

PF-IgG Lead to Redistribution of
Membrane-Bound Dsg1
To further explore the fate of Dsg1 in response to PF-IgG, STED
microscopy was performed to optically differentiate between
desmosomal and extra-desmosomal Dsg1. To this end, cells
were transiently transfected to overexpress Dsg1 to correlate
the results with the findings of Dsg1 overexpression in FRAP
experiments. The high spatial resolution of STED images allowed
us to use Dp immunostaining to identify single desmosomes,
clearly recognizable due to the “railroad track”-like appearance
Dp exhibits when localized in desmosomes (34). Cells treated
with c-IgG for 24 h showed regularly formed desmosomes and
Dsg1 staining was colocalized with Dp, indicating desmosome-
bound Dsg1, as well as outside the desmosomes along the cell
membrane (Figure 4A). Incubation with PF-IgG on the other
hand increased colocalization of Dsg1 with Dp with apparently
less extradesmosomal Dsg1. Evaluation of the Manders overlap
coefficient (35) along cell borders showing desmosomes resulted
in an unchanged probability for Dp signal to be colocalized with
Dsg1 signal in response to PF-IgG incubation (Figure 4B left).
However, PF-IgG treatment led to an increased probability of
Dsg1 signal to overlap with Dp signal (Figure 4B right).

These results imply that PF-IgG incubation results in a
redistribution of membrane-bound Dsg1 rather than of Dp.

PF-IgG Induced Redistribution of Dsg1 Is
Dependent on Ca2+ Signaling
Thereafter, we assessed if endogenous Dsg1 behaves comparable to
over expressed Dsg1 in this regard. After reaching confluency, cells
were treated with IgG fractions for 24 h and stained for Dsg1 and
Dp (Figure 5A). STED microscopy revealed the same Dsg1
distribution pattern as described above for overexpression of
A B

FIGURE 2 | AFM based single-molecule force spectroscopy reveals reduced Dsg1 interaction upon PF-IgG incubation which can be rescued by blocking of ERK1/2 or
PLC signaling. Interaction probability (A) and force (B) of desmoglein 1 coated AFM cantilevers after 1 h incubation with IgG and selected mediators compared to pre-
incubation values. Measurements were either conducted across the border of two cells (CB) or on the surface above the nucleus of one cell (CS). N ≥ 3; each dot
represents the mean value of ≥800 force‒distance curves from one independent experiment. *P < 0.05 in two-way ANOVA; error bars represent standard deviation.
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A

B

C

FIGURE 3 | Fluorescence recovery after photobleaching of Dsg1-mCherry is impaired after incubation with PF-IgG but can be rescued by blocking of PLC or Ca2+

signaling. (A) Representative images of fluorescence recovery after photobleaching (FRAP) time series. Cells were incubated for 24 h with IgG fractions and
mediators. A part of the cell membrane between two neighboring cells is recorded, then the area marked with the red box is bleached with the laser as apparent by
the drop in fluorescent intensity and the recovery of the fluorescence is monitored over 3 minutes. Scale bar: 5µm. (B) Corresponding fluorescence intensity recovery
curves to (A); normalized to pre-bleach intensity. (C) Quantification of the average fraction of immobile Dsg1-mCherry molecules as calculated from fits to
fluorescence recovery curves. N ≥ 3; each dot represents the mean of ≥3 FRAP experiments in ≥3 different cell pairs of one independent experiment. *P < 0.05 in
two-way ANOVA; error bars represent standard deviation.
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Dsg1. Dsg1 can be found ubiquitous along the cell membrane if
treated with c-IgG but shows significantly enhanced colocalization
with Dp after PF-IgG incubation. Co-incubation of PLC inhibitor
U-73122 with IgG fractions abolished the effects of PF-IgG on Dsg1
relocalization leading to more uniformly distributed Dsg1 signal
along the cell membrane (Figure 5B). Taken together, these
findings support the notion that Ca2+ signaling plays a crucial
role in cellular PF-IgG response.
Frontiers in Immunology | www.frontiersin.org 8
Because the data conclusively demonstrate that PF-IgG
within the first 24 h predominantly caused a redistribution of
extradesmosomal Dsg1 and it was shown that depletion of Dsg
molecules under some experimental conditions can be studied
using protein fractionation (36), we studied whether PF-IgG
resulted in an uncoupling of Dsgs from the cytoskeleton.
Therefore, we performed Triton X-100 fractionations and
visualized protein fractions with Western blot analyses
A

B

FIGURE 4 | Incubation of PF-IgG leads to redistribution of membrane-bound, overexpressed Dsg1 in HaCaT cells. (A) Representative immunostainings of HaCaT cells
overexpressing desmoglein 1 (Dsg1) and incubated 24 h with IgG fractions, stained for desmoplakin (Dp) and overexpressed Dsg1. Scale bar: 1 µm. (B) Manders overlap
coefficient of Dp with Dsg1 (left) and Dsg1 with Dp (right). N=4; each dot represents the mean of >5 acquisitions from one independent experiment. *P<0.05 in two-tailed
paired Student’s t-test; error bars represent standard deviation.
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(Figures 6A, B). Neither PF-IgG nor PV-IgG incubation for 24 h
showed significant alterations of Dsg1 or Dsg3 localization in
Triton X-100 soluble or non-soluble lysate fractions compared to
c-IgG treatment. These results indicate that the proteins amounts
Frontiers in Immunology | www.frontiersin.org 9
of Dsg1 and Dsg3 localized in both the cytoskeleton-bound
desmosomal fraction and the non-cytoskeleton-bound
extradesmosomal fraction do not change significantly during
24 h of autoantibody incubation.
A B

FIGURE 5 | PF-IgG induced redistribution of Dsg1 within the cell membrane can be prevented by PLC inhibition. (A) Top: Representative immunostainings of
HaCaT cells stained for desmoglein 1 (Dsg1) and desmoplakin (Dp), incubated 24 h with IgG fractions and DMSO as control. Scale bar: 1 µm. Bottom: Manders
overlap coefficient of Dp with Dsg1 (left) and Dsg1 with Dp (right). N=3; each dot represents the mean of >3 acquisitions from one independent experiment. *P<0.05;
error bars represent standard deviation (SD). (B) Top: Representative immunostainings of HaCaT cells stained for Dsg1 and Dp, incubated 24 h with IgG fractions
and U-73122. Scale bar: 1 µm. Bottom: Manders overlap coefficient of Dp with Dsg1 (left) and Dsg1 with Dp (right). N=3; each dot represents the mean of >3
acquisitions from one independent experiment. *P<0.05 in two-tailed paired Student’s t-test; error bars represent standard deviation.
A B

FIGURE 6 | Pemphigus IgG fractions do not induce changes in the distribution of Dsg1 and Dsg3 with respect to cytoskeletal anchorage. (A) Representative
Western blot of Triton X-100 (Tx-100) fractionations of HaCaT cells incubated for 24 h with IgG fractions. (B) Corresponding quantification to (A). Band intensities
were normalized to GAPDH or desmoplakin (Dp) for non-cytoskeletal or cytoskeletal fractions, respectively. Resulting values were normalized to the corresponding c-
IgG value. N=4; error bars represent standard deviation.
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DISCUSSION

Pemphigus is a rare disease and its treatment currently is mainly
focused on systemic immunosuppression (37). More specific
treatments are urgently needed and some compounds seem to be
promising candidates, including an inhibitor of MEK1/2 which is
upstream of ERK1/2 signaling (38). Since the exact
pathomechanism in pemphigus remains elusive, we attempted to
further investigate the role of Dsg1, as antibodies directed against
Dsg1 appear crucial for skin blistering in pemphigus (39). In this
study, we employed a combination of powerful biophysical
techniques such as life cell AFM, FRAP and super resolution
STED microscopy and identified PLC and therefore Ca2+

signaling to play a crucial role in relocalization of
extradesmosomal Dsg1 in response to PF-IgG. PLC signaling has
long ago been shown to be involved in pemphigus IgG-induced
signaling in cultured keratinocytes and most recently was
demonstrated to contribute to acantholysis and keratin
uncoupling from desmosomes in human skin (23, 40, 41).

Our data confirmed pathogenicity of the employed IgG fractions
usingdispase-baseddissociationassays (23, 31, 32, 42).Bysuppression
of Ca2+ signaling via PLC and IP3 receptor inhibition we were able to
rescue intercellular adhesion in response to pemphigus IgG. Similarly,
inhibition of ERK1/2 was sufficient to maintain cell cohesion after
exposure topathogenic IgG.These results are ingoodaccordancewith
previously published studies (42). Because changes in keratinocyte
adhesion were paralleled by alterations inDsg1 binding frequency on
the molecular level as revealed by AFM, these experiments indicate
that PF-IgG presumably reduce cell adhesion by targeting Dsg1 in a
manner dependent on both PLC/Ca2+ and ERK1/2. Thereafter, we
investigated the dynamics of Dsg1 in the cell membrane using FRAP.
We observed a striking decrease in Dsg1 mobility after PF-IgG
treatment. One reason for this, which would also be compatible
with the results obtained by AFM, might be an internalization of
Dsg1 molecules, as often observed (43, 44). This would result in the
remainingDsg1 proteins being localized to the desmosomes and thus
strongly restricted in their movement. These effects could be
ameliorated by inhibition of PLC or IP3 receptor but interestingly
not via inhibition of ERK1/2 even though it was sufficient to prevent
cell sheet fragmentation in dissociation assays and loss of Dsg1
binding as detected by AFM. One may conclude that desmosome
adhesion is regulated by several pathways including PLC/Ca2+ and
ERK1/2 whereas relocalization of extradesmosomal Dsg1 after PF-
IgG treatment is ERK1/2-independent. This is interesting because it
was suggested that antibodies against Dsg1 activate both pathways by
using Dsg1 as adhesion-dependent signaling receptor (31). Indeed,
PLC and its upstream kinase PI4-kinase have been found to be
associated with Dsg1 (23).

It has been shown byAFM that PF-IgG lead to a redistribution of
Dsg1molecules fromcell borders to the cell surface, at least inmurine
keratinocytes, in response to PF-IgG (45). However, we did not find
similar redistribution of Dsg1. These discrepancies could be
explained either by the different cell species or by differences in PF-
IgG composition since patient’s sera may contain a multitude of
different antibodieswhichmight contribute to pathogenic effects (46)
aswell as it has been shown that depending on the stage of the disease
the autoantibodies recognize different epitopes of Dsg1 (47). The
Frontiers in Immunology | www.frontiersin.org 10
sameholds true for other studieswhichdescribed a reductionofDsg1
in the Triton X-100 soluble pool, i.e., non-cytoskeletal anchored
Dsg1, an effect we were not able to observe (44). It is likely that this
difference,whichpreviously alsowasnoted forDsg3 in fully confluent
HaCaT cells compared to subconfluent keratinocytes (36, 48), is due
to different maturation states of desmosomes as has been shown in a
study comparing different culture conditions and time points after
Ca2+-induced desmosome formation (49). Using super resolution
microscopy, we confirmed our hypothesis derived from FRAP
experiments that Dsg1 remains in desmosomes and during the first
24 h mainly is depleted from extradesmosomal sites. This was
validated for both endogenous and overexpressed Dsg1 levels. In
both cases PF-IgG led to a clearly visible confinement of Dsg1 to
desmosomes whereas it was ubiquitously distributed along the
membrane under control conditions. Consistent with FRAP results
inhibitionofPLCabolished this effect, indicating thatPLC is involved
in mediating altered Dsg1 dynamics and localization. These results
obtained by STED support the observation from Triton X-100
mediated protein extraction that Dsg1 in the cytoskeletal-bound
fraction, which comprises the majority of Dsg1, was not altered.
However, the relatively small amount of Dsg1 in the cytoskeletal-
unbound fraction was also not altered by incubation with PF-IgG
although FRAP and STED experiments indicated depletion of
extradesmosomal Dsg1. The same has been described in
cardiomyocytes under conditions of enhanced intercellular
adhesion where Dsg2 translocates to cell junctions together with Pg
and Dp (50, 51). An explanation would be, that during final steps of
desmosome formation andmaturationDsgmolecules coupled toDp
and intermediate filaments become trapped in desmosomes whereas
the cytoskeletal anchorage is not changed which has been described
recently for hyper-adhesion (52).Alternatively, it has to be noted that
theTritonX-100-solubleDsg1pool contains alsomolecules removed
from the cell membrane into cytoplasmic vesicles which also would
account for a reduced mobile fraction in FRAP.

Altogether, these data support a crucial role of PLC/Ca2+ and
ERK1/2 signaling for regulation of Dsg1-mediated binding in PF
pathogenesis and suggest that PLC/Ca2+ besides adhesion also
controls extradesmosomal Dsg1 localization. If it is true that
extradesmosomal Dsg contacts serve as signaling molecules (19) it
can be concluded that autoantibodies in pemphigus during the first
24 h after binding cause signaling and interfere with assembly of
new desmosomes before intact desmosomes become disassembled
or down-regulated (53).
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Supplementary Figure 1 | AK23 shows similar decrease in intercellular adhesion
as PF-IgG and PV-IgG in dispase-based dissociation assays. (A) Absolute number
of fragments corresponding to Figure 1B. (B) Top: Quantification of dispase-based
dissociation assays on HaCaT cells after 24 h incubation with IgG fractions and
AK23. N=4; each dot represents one independent experiment. *P < 0.05 in one-
way ANOVA vs. c-IgG; error bars represent standard deviation. Bottom:
Representative images of monolayer fragments.

Supplementary Figure 2 | Overexpression of Dsg1 does not alter intercellular
adhesion in dispase-based dissociation assays. (A) Representative images of
monolayer fragments after the application of shear stress of dispase-based
dissociation assays of HaCaT cells 48 h after transfection and after 24 h incubation
with c-IgG or PF-IgG, respectively. Cells have either been transfected with no
plasmid (Mock), pSNAPf-hDsg1 (SNAP) or mCherry-Desmoglein1-N-18 (Cherry),
respectively. (B) Corresponding quantification to (A); Left: The number of fragments
in each experimental condition has been normalized to the c-IgG Mock value. Right:
Absolute number of fragments; N=3; each dot represents one independent
experiment. *P < 0.05 in two-way ANOVA; error bars represent standard deviation.
REFERENCES

1. Berika M, Garrod D. Desmosomal Adhesion In Vivo. Cell Commun Adhes
(2014) 21(1):65–75. doi: 10.3109/15419061.2013.876018

2. Desai BV, Harmon RM, Green KJ. Desmosomes at a Glance. J Cell Sci (2009)
122(Pt 24):4401–7. doi: 10.1242/jcs.037457

3. Garrod D, Chidgey M. Desmosome Structure, Composition and Function.
Biochim Biophys Acta (2008) 1778(3):572–87. doi: 10.1016/j.bbamem.
2007.07.014

4. Vielmuth F, Wanuske MT, Radeva MY, Hiermaier M, Kugelmann D, Walter
E, et al. Keratins Regulate the Adhesive Properties of Desmosomal Cadherins
Through Signaling. J Invest Dermatol (2018) 138(1):121–31. doi: 10.1016/
j.jid.2017.08.033

5. Delva E, Tucker DK, Kowalczyk AP. The Desmosome. Cold Spring Harb
Perspect Biol (2009) 1(2):a002543. doi: 10.1101/cshperspect.a002543

6. Nekrasova O, Green KJ. Desmosome Assembly and Dynamics. Trends Cell
Biol (2013) 23(11):537–46. doi: 10.1016/j.tcb.2013.06.004

7. Windoffer R, Borchert-Stuhltrager M, Leube RE. Desmosomes:
Interconnected Calcium-Dependent Structures of Remarkable Stability
With Significant Integral Membrane Protein Turnover. J Cell Sci (2002)
115(Pt 8):1717–32. doi: 10.1242/jcs.115.8.1717

8. Vodo D, Sarig O, Sprecher E. The Genetics of Pemphigus Vulgaris. Front Med
(2018) 226. doi: 10.3389/fmed.2018.00226

9. Pollmann R, Schmidt T, Eming R, Hertl M. Pemphigus: A Comprehensive
Review on Pathogenesis, Clinical Presentation and Novel Therapeutic
Approaches. Clin Rev Allergy Immunol (2018) 54(1):1–25. doi: 10.1007/
s12016-017-8662-z

10. Sinha AA, Sajda T. The Evolving Story of Autoantibodies in Pemphigus
Vulgaris: Development of the “Super Compensation Hypothesis”. Front Med
(2018) 5:218. doi: 10.3389/fmed.2018.00218

11. Amber KT, Valdebran M, Grando SA. Non-Desmoglein Antibodies in
Patients With Pemphigus Vulgaris. Front Immunol (2018) 9:1190. doi:
10.3389/fimmu.2018.01190

12. Kasperkiewicz M, Ellebrecht CT, Takahashi H, Yamagami J, Zillikens D,
Payne AS, et al. Pemphigus. Nat Rev Dis Primers (2017) 3(1):1–18. doi:
10.1038/nrdp.2017.26

13. Schmidt E, Kasperkiewicz M, Joly P. Pemphigus. Lancet (2019) 394
(10201):882–94. doi: 10.1016/S0140-6736(19)31778-7

14. Amagai M, Karpati S, Prussick R, Klaus-Kovtun V, Stanley JR. Autoantibodies
Against the Amino-Terminal Cadherin-Like Binding Domain of Pemphigus
Vulgaris Antigen are Pathogenic. J Clin Invest (1992) 90(3):919–26. doi:
10.1172/JCI115968

15. Egu DT, Walter E, Spindler V, Waschke J. Inhibition of P38mapk Signalling
Prevents Epidermal Blistering and Alterations of Desmosome Structure
Induced by Pemphigus Autoantibodies in Human Epidermis. Br J Dermatol
(2017) 177(6):1612–8. doi: 10.1111/bjd.15721

16. Godsel LM, Roth-Carter QR, Koetsier JL, Tsoi LC, Huffine AL, Broussard JA,
et al. Translational Implications of Th17-Skewed Inflammation Due to
Genetic Deficiency of a Cadherin Stress Sensor. J Clin Invest (2022) 132(3).
doi: 10.1172/JCI144363

17. Kugelmann D, Radeva MY, Spindler V, Waschke J. Desmoglein 1 Deficiency
Causes Lethal Skin Blistering. J Invest Dermatol (2019) 139(7):1596–9.e2. doi:
10.1016/j.jid.2019.01.002

18. Muller L, Hatzfeld M, Keil R. Desmosomes as Signaling Hubs in the
Regulation of Cell Behavior. Front Cell Dev Biol (2021) 9:745670. doi:
10.3389/fcell.2021.745670

19. Waschke J, Spindler V. Desmosomes and Extradesmosomal Adhesive
Signaling Contacts in Pemphigus. Med Res Rev (2014) 34(6):1127–45. doi:
10.1002/med.21310

20. Kaur B, Kerbrat J, Kho J, Kaler M, Kanatsios S, Cirillo N. Mechanism-Based
Therapeutic Targets of Pemphigus Vulgaris: A Scoping Review of Pathogenic
Molecular Pathways. Exp Dermatol (2021) 31(2):154–71. doi: 10.1111/
exd.14453

21. Yeruva S, Waschke J. Structure and Regulation of Desmosomes in Intercalated
Discs: Lessons From Epithelia. J Anat (2022) 00:1–10. doi: 10.1111/joa.13634

22. Schmitt T, Waschke J. Autoantibody-Specific Signalling in Pemphigus. Front
Med (Lausanne) (2021) 8:701809. doi: 10.3389/fmed.2021.701809

23. Schmitt T, Egu DT, Walter E, Sigmund AM, Eichkorn R, Yazdi A, et al. Ca(2
+) Signalling is Critical for Autoantibody-Induced Blistering of Human
Epidermis in Pemphigus. Br J Dermatol (2021) 185(3):595–604. doi:
10.1111/bjd.20091

24. Boukamp P, Petrussevska RT, Breitkreutz D, Hornung J, Markham A, Fusenig
NE. Normal Keratinization in a Spontaneously Immortalized Aneuploid
Human Keratinocyte Cell Line. J Cell Biol (1988) 106(3):761–71. doi:
10.1083/jcb.106.3.761

25. Waschke J, Bruggeman P, Baumgartner W, Zillikens D, Drenckhahn D.
Pemphigus Foliaceus IgG Causes Dissociation of Desmoglein 1-Containing
Junctions Without Blocking Desmoglein 1 Transinteraction. J Clin Invest
(2005) 115(11):3157–65. doi: 10.1172/JCI23475

26. Hiermaier M, Kliewe F, Schinner C, Studle C, Maly IP, Wanuske MT, et al.
The Actin-Binding Protein Alpha-Adducin Modulates Desmosomal
May 2022 | Volume 13 | Article 882116

https://www.frontiersin.org/articles/10.3389/fimmu.2022.882116/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fimmu.2022.882116/full#supplementary-material
https://doi.org/10.3109/15419061.2013.876018
https://doi.org/10.1242/jcs.037457
https://doi.org/10.1016/j.bbamem.2007.07.014
https://doi.org/10.1016/j.bbamem.2007.07.014
https://doi.org/10.1016/j.jid.2017.08.033
https://doi.org/10.1016/j.jid.2017.08.033
https://doi.org/10.1101/cshperspect.a002543
https://doi.org/10.1016/j.tcb.2013.06.004
https://doi.org/10.1242/jcs.115.8.1717
https://doi.org/10.3389/fmed.2018.00226
https://doi.org/10.1007/s12016-017-8662-z
https://doi.org/10.1007/s12016-017-8662-z
https://doi.org/10.3389/fmed.2018.00218
https://doi.org/10.3389/fimmu.2018.01190
https://doi.org/10.1038/nrdp.2017.26
https://doi.org/10.1016/S0140-6736(19)31778-7
https://doi.org/10.1172/JCI115968
https://doi.org/10.1111/bjd.15721
https://doi.org/10.1172/JCI144363
https://doi.org/10.1016/j.jid.2019.01.002
https://doi.org/10.3389/fcell.2021.745670
https://doi.org/10.1002/med.21310
https://doi.org/10.1111/exd.14453
https://doi.org/10.1111/exd.14453
https://doi.org/10.1111/joa.13634
https://doi.org/10.3389/fmed.2021.701809
https://doi.org/10.1111/bjd.20091
https://doi.org/10.1083/jcb.106.3.761
https://doi.org/10.1172/JCI23475
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles


Hiermaier et al. PF-IgG Induces Redistribution of Dsg1
Turnover and Plasticity. J Invest Dermatol (2021) 141(5):1219–29.e11. doi:
10.1016/j.jid.2020.09.022

27. Ebner A, Wildling L, Kamruzzahan AS, Rankl C, Wruss J, Hahn CD, et al. A
New, Simple Method for Linking of Antibodies to Atomic Force Microscopy
Tips. Bioconjug Chem (2007) 18(4):1176–84. doi: 10.1021/bc070030s

28. Hartlieb E, Kempf B, Partilla M, Vigh B, Spindler V, Waschke J. Desmoglein 2
is Less Important Than Desmoglein 3 for Keratinocyte Cohesion. PloS One
(2013) 8(1):e53739. doi: 10.1371/journal.pone.0053739

29. Laemmli UK. Cleavage of Structural Proteins During the Assembly of the
Head of Bacteriophage T4. Nature (1970) 227(5259):680–5. doi: 10.1038/
227680a0

30. Richter KN, Revelo NH, Seitz KJ, HelmMS, Sarkar D, Saleeb RS, et al. Glyoxal
as an Alternative Fixative to Formaldehyde in Immunostaining and Super-
Resolution Microscopy. EMBO J (2018) 37(1):139–59. doi: 10.15252/
embj.201695709

31. Walter E, Vielmuth F, Wanuske MT, Seifert M, Pollmann R, Eming R, et al.
Role of Dsg1- and Dsg3-Mediated Signaling in Pemphigus Autoantibody-
Induced Loss of Keratinocyte Cohesion. Front Immunol (2019) 10:1128. doi:
10.3389/fimmu.2019.01128

32. Ishii K, Harada R, Matsuo I, Shirakata Y, Hashimoto K, Amagai M. In Vitro
Keratinocyte Dissociation Assay for Evaluation of the Pathogenicity of Anti-
Desmoglein 3 IgG Autoantibodies in Pemphigus Vulgaris. J Invest Dermatol
(2005) 124(5):939–46. doi: 10.1111/j.0022-202X.2005.23714.x

33. Carisey A, Stroud M, Tsang R, Ballestrem C. Fluorescence Recovery After
Photobleaching. Methods Mol Biol (2011) 769:387–402. doi: 10.1007/978-1-
61779-207-6_26

34. Stahley SN, Warren MF, Feldman RJ, Swerlick RA, Mattheyses AL, Kowalczyk
AP. Super-Resolution Microscopy Reveals Altered Desmosomal Protein
Organization in Tissue From Patients With Pemphigus Vulgaris. J Invest
Dermatol (2016) 136(1):59–66. doi: 10.1038/JID.2015.353

35. Manders EMM, Verbeek FJ, Aten JA. Measurement of Co-Localization of
Objects in Dual-Colour Confocal Images. J Microsc (1993) 169(3):375–82. doi:
10.1111/j.1365-2818.1993.tb03313.x

36. Yamamoto Y, Aoyama Y, Shu E, Tsunoda K, Amagai M, Kitajima Y. Anti-
Desmoglein 3 (Dsg3) Monoclonal Antibodies Deplete Desmosomes of Dsg3
and Differ in Their Dsg3-Depleting Activities Related to Pathogenicity. J Biol
Chem (2007) 282(24):17866–76. doi: 10.1074/jbc.M607963200

37. Schmidt E, Sticherling M, Sardy M, Eming R, Goebeler M, Hertl M, et al. S2k-
Leitlinie Zur Therapie Des Pemphigus Vulgaris/Foliaceus Und Des Bullösen
Pemphigoids: 2019 Update. J Dtsch Dermatol Ges (2020) 18(5):516–27. doi:
10.1111/ddg.14097_g

38. Burmester IAK, Flaswinkel S, Thies CS, Kasprick A, Kamaguchi M, Bumiller-
Bini V, et al. Identification of Novel Therapeutic Targets for Blocking
Acantholysis in Pemphigus. Br J Pharmacol (2020) 177(22):5114–30. doi:
10.1111/bph.15233

39. Spindler V, Eming R, Schmidt E, Amagai M, Grando S, Jonkman MF, et al.
Mechanisms Causing Loss of Keratinocyte Cohesion in Pemphigus. J Invest
Dermatol (2018) 138(1):32–7. doi: 10.1016/j.jid.2017.06.022

40. Esaki C, Seishima M, Yamada T, Osada K, Kitajima Y. Pharmacologic
Evidence for Involvement of Phospholipase C in Pemphigus IgG-Induced
Inositol 1,4,5-Trisphosphate Generation, Intracellular Calcium Increase, and
Plasminogen Activator Secretion in DJM-1 Cells, a Squamous Cell Carcinoma
Line. J Invest Dermatol (1995) 105(3):329–33. doi: 10.1111/1523-1747.
ep12319948

41. Egu DT, Schmitt T, Sigmund AM, Waschke J. Electron Microscopy Reveals
That Phospholipase C and Ca(2+) Signaling Regulate Keratin Filament
Uncoupling From Desmosomes in Pemphigus. Ann Anat (2022)
241:151904. doi: 10.1016/j.aanat.2022.151904

42. Walter E, Vielmuth F, Rotkopf L, Sardy M, Horvath ON, Goebeler M, et al.
Different Signaling Patterns Contribute to Loss of Keratinocyte Cohesion
Frontiers in Immunology | www.frontiersin.org 12
Dependent on Autoantibody Profile in Pemphigus. Sci Rep (2017) 7(1):3579.
doi: 10.1038/s41598-017-03697-7

43. Lanza A, De Rosa A, Femiano F, Annese P, Ruocco E, Gombos F, et al.
Internalization of non-Clustered Desmoglein 1 Without Depletion of
Desmoglein 1 From Adhesion Complexes in an Experimental Model of the
Autoimmune Disease Pemphigus Foliaceus. Int J Immunopathol Pharmacol
(2007) 20(2):355–61. doi: 10.1177/039463200702000216

44. Cirillo N, Gombos F, Lanza A. Changes in Desmoglein 1 Expression and
Subcellular Localization in Cultured Keratinocytes Subjected to Anti-
Desmoglein 1 Pemphigus Autoimmunity. J Cell Physiol (2007) 210(2):411–
6. doi: 10.1002/jcp.20856

45. Vielmuth F, Walter E, Fuchs M, Radeva MY, Buechau F, Magin TM, et al.
Keratins Regulate P38mapk-Dependent Desmoglein Binding Properties in
Pemphigus. Front Immunol (2018) 9:528. doi: 10.3389/fimmu.2018.00528

46. Ahmed AR, Carrozzo M, Caux F, Cirillo N, Dmochowski M, Alonso AE, et al.
Monopathogenic vs Multipathogenic Explanations of Pemphigus
Pathophysiology. Exp Dermatol (2016) 25(11):839–46. doi: 10.1111/exd.13106

47. Li N, Aoki V, Hans-Filho G, Rivitti EA, Diaz LA. The Role of Intramolecular
Epitope Spreading in the Pathogenesis of Endemic Pemphigus Foliaceus
(Fogo Selvagem). J Exp Med (2003) 197(11):1501–10. doi: 10.1084/
jem.20022031

48. Waschke J, Spindler V, Bruggeman P, Zillikens D, Schmidt G, Drenckhahn D.
Inhibition of Rho A Activity Causes Pemphigus Skin Blistering. J Cell Biol
(2006) 175(5):721–7. doi: 10.1083/jcb.200605125

49. Spindler V, Endlich A, Hartlieb E, Vielmuth F, Schmidt E, Waschke J. The
Extent of Desmoglein 3 Depletion in Pemphigus Vulgaris is Dependent on Ca
(2+)-Induced Differentiation: A Role in Suprabasal Epidermal Skin Splitting?
Am J Pathol (2011) 179(4):1905–16. doi: 10.1016/j.ajpath.2011.06.043

50. Yeruva S, Kempf E, Egu DT, Flaswinkel H, Kugelmann D, Waschke J.
Adrenergic Signaling-Induced Ultrastructural Strengthening of Intercalated
Discs via Plakoglobin Is Crucial for Positive Adhesiotropy in Murine
Cardiomyocytes. Front Physiol (2020) 11:430. doi: 10.3389/fphys.2020.00430

51. Schinner C, Vielmuth F, Rotzer V, Hiermaier M, Radeva MY, Co TK, et al.
Adrenergic Signaling Strengthens Cardiac Myocyte Cohesion. Circ Res (2017)
120(8):1305–17. doi: 10.1161/CIRCRESAHA.116.309631

52. Bartle EI, Rao TC, Beggs RR, Dean WF, Urner TM, Kowalczyk AP, et al.
Protein Exchange is Reduced in Calcium-Independent Epithelial Junctions.
J Cell Biol (2020) 219(6). doi: 10.1083/jcb.201906153

53. Kitajima Y. 150(Th) Anniversary Series: Desmosomes and Autoimmune
Disease, Perspective of Dynamic Desmosome Remodeling and its
Impairments in Pemphigus. Cell Commun Adhes (2014) 21(6):269–80. doi:
10.3109/15419061.2014.943397

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2022 Hiermaier, Kugelmann, Radeva, Didona, Ghoreschi, Farzan, Hertl
and Waschke. This is an open-access article distributed under the terms of the
Creative Commons Attribution License (CC BY). The use, distribution or
reproduction in other forums is permitted, provided the original author(s) and the
copyright owner(s) are credited and that the original publication in this journal is
cited, in accordance with accepted academic practice. No use, distribution or
reproduction is permitted which does not comply with these terms.
May 2022 | Volume 13 | Article 882116

https://doi.org/10.1016/j.jid.2020.09.022
https://doi.org/10.1021/bc070030s
https://doi.org/10.1371/journal.pone.0053739
https://doi.org/10.1038/227680a0
https://doi.org/10.1038/227680a0
https://doi.org/10.15252/embj.201695709
https://doi.org/10.15252/embj.201695709
https://doi.org/10.3389/fimmu.2019.01128
https://doi.org/10.1111/j.0022-202X.2005.23714.x
https://doi.org/10.1007/978-1-61779-207-6_26
https://doi.org/10.1007/978-1-61779-207-6_26
https://doi.org/10.1038/JID.2015.353
https://doi.org/10.1111/j.1365-2818.1993.tb03313.x
https://doi.org/10.1074/jbc.M607963200
https://doi.org/10.1111/ddg.14097_g
https://doi.org/10.1111/bph.15233
https://doi.org/10.1016/j.jid.2017.06.022
https://doi.org/10.1111/1523-1747.ep12319948
https://doi.org/10.1111/1523-1747.ep12319948
https://doi.org/10.1016/j.aanat.2022.151904
https://doi.org/10.1038/s41598-017-03697-7
https://doi.org/10.1177/039463200702000216
https://doi.org/10.1002/jcp.20856
https://doi.org/10.3389/fimmu.2018.00528
https://doi.org/10.1111/exd.13106
https://doi.org/10.1084/jem.20022031
https://doi.org/10.1084/jem.20022031
https://doi.org/10.1083/jcb.200605125
https://doi.org/10.1016/j.ajpath.2011.06.043
https://doi.org/10.3389/fphys.2020.00430
https://doi.org/10.1161/CIRCRESAHA.116.309631
https://doi.org/10.1083/jcb.201906153
https://doi.org/10.3109/15419061.2014.943397
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

	Pemphigus Foliaceus Autoantibodies Induce Redistribution Primarily of Extradesmosomal Desmoglein 1 in the Cell Membrane
	Introduction
	Materials and Methods
	Cell Culture
	Mediators and Concentrations
	Pemphigus Sera and IgG Purification
	Dispase-Based Dissociation Assay
	Fluorescence Recovery After Photobleaching (FRAP)
	Atomic Force Microscopy (AFM)
	Triton X-100 Fractionation and Western Blotting
	pSNAPf-hDsg1 Plasmid Generation
	Stimulated Emission Depletion (STED) Microscopy
	Analysis and Statistics

	Results
	Suppression of Ca2+ and ERK1/2 Signaling Ameliorates Loss of PF-IgG-Induced Intercellular Adhesion
	PF-IgG Reduce Dsg1 Binding Probability But Not Single-Molecule Binding Force in Atomic Force Measurements
	PF-IgG Reduce Dsg1 Mobility in the Cell Membrane
	PF-IgG Lead to Redistribution of Membrane-Bound Dsg1
	PF-IgG Induced Redistribution of Dsg1 Is Dependent on Ca2+ Signaling

	Discussion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


