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Background: Pemphigus vulgaris (PV) is an autoimmune bullous disease caused by
anti-desmoglein 3 (Dsg3) IgG autoantibodies; however, the Dsg3-specific B cells that
produce anti-Dsg3 IgG are not well characterized.

Objectives: Our aims were to develop a flow cytometric method for the isolation of
Dsg3-specific B cells from the peripheral blood of patients with active PVand to identify
the variable regions within their heavy- and light-chain immunoglobulin genes.
Methods: Dsg3-specific B cells were isolated as CD3~IgD~PI™Dsg3E-tag” cells using
recombinant human Dsg3 with an E-tag (rDsg3-E-His) as a probe. Heavy- and light-chain
cDNA was produced by PCR from single B cells; these were used to characterize the
usage and CDR3 sequence in the variable region of each gene.

Results: Staining conditions were optimized using mouse hybridoma cells against
human Dsg3 and peripheral blood mononuclear cells (PBMCs) from a PV patient.
Individual Dsg3-specific B cells were isolated by FACS from four PV patients at a
frequency of 1—18 per 10° PBMCs. CDR3 sequences and identical gene usage in the
variable region were identified in several B cells from the same PV patients. Common
gene usage was also found among several PV patients.

Conclusions: These results suggested clonal expansion of autoreactive B cells and
restricted gene usage for autoreactive B cells against Dsg3. Our method for the isolation
of Dsg3-specific B cells will allow the systematic analysis of immunoglobulin gene usage
in PV patients, which may elucidate the mechanism of immunopathogenesis.

© 2008 Japanese Society for Investigative Dermatology. Published by Elsevier Ireland
Ltd. All rights reserved.
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1. Introduction

Pemphigus vulgaris (PV) is a tissue-specific autoim-
mune disease mediated by IgG autoantibodies that
bind the desmogleins (Dsg) found in desmosomes.
Dsg is a cadherin-type cell—cell adhesion molecule
that plays a key role in mediating the adhesion
between keratinocytes [1]. Dsg3 is the primary
autoimmune target of PV, and essentially all
patients with PV have anti-Dsg3 IgG autoantibodies
[2,3]. These antibodies have direct pathogenic
effects, including the loss of cell—cell adhesion in
the epidermis and mucous membranes, with resul-
tant acantholytic blisters [4,5].

Although the immunological mechanisms under-
lying the production of autoantibodies in pemphi-
gus remain to be clarified, it was previously
demonstrated that susceptibility to PV is asso-
ciated with certain major histocompatibility com-
plex (MHC) class Il alleles, including DRB1*0402,
DRB1*1401, and DQB1*0302 in Caucasians and
DRB1*14 and DQB1*0503 in Japanese individuals
[6—9]. This susceptibility suggests that MHC class
lI-restricted CD4" T cells are involved in the pro-
duction of pathogenic IgG autoantibodies in PV. In
fact, some Dsg3-specific T cell lines or clones were
isolated using recombinant proteins or peptides
representing the various extracellular domains of
Dsg3 [10,11].

Analyses of the antigen-specific B cells in auto-
immune bullous diseases have been hampered by
technical difficulties in isolating or culturing B cells
from patients; however, several recent studies have
successfully found ways to analyze the antigen-spe-
cific B cells involved in autoimmune bullous dis-
eases. Dsg3-specific B cells were detected in the
peripheral blood of patients with active PV using
enzyme-linked immunospot assay [12], and memory
B cells specific for the 180-kDa bullous pemphigoid
antigen were enriched from the peripheral blood of
patients with bullous pemphigoid [13]. In addition,
modern techniques using phage display [14,15] and
a mouse—human heterohybridoma [16] have
allowed us to genetically characterize antigen-spe-
cific B cells from PV patients.

Table 1

Our aim was to develop a flow cytometric method
for the isolation of individual Dsg3-specific B cells
from the peripheral blood of patients with active PV
and to analyze the gene usage and sequences of the
variable (V) regions in the genes encoding their
Dsg3-specific 1gG autoantibodies using PCR. This is
the first research to isolate individual Dsg3-specific
B cells from the peripheral blood of PV patients.

2. Materials and methods

2.1. Blood samples

Peripheral blood mononuclear cells (PBMCs) were
obtained from four patients (two male and two
female) with PV that were diagnosed on the basis
of the following clinical and laboratory findings:
(1) typical clinical features with blisters and ero-
sions in the oral mucosa, (2) suprabasal acantho-
lysis detected by histological examination, (3) in
vivo surface deposition of IgG on the keratinocytes
detected using direct immunofluorescence, and
(4) circulating anti-Dsg3 1gG autoantibodies
detected using ELISA. Three of them are active
mucocutaneous PV without treatment and one of
them is mucosal-dominant PV, who has had disease
for 15 years, treated with 10 mg/day predniso-
lone. The patients’ clinical information is orga-
nized in Table 1. This study was approved by
the Keio University Institutional Review Board.
Written informed consent was obtained from all
subjects.

2.2. Production of recombinant proteins

The recombinant proteins used, i.e., rDsg3-E-His
and rDsg1-E-His, were produced by a baculovirus
expression system as described previously [17]. High
Five cells (Invitrogen, San Diego, CA, USA) cultured
in serum-free EX medium (JRH Bioscience, Lenexa,
KS, USA) were infected with recombinant virus and
incubated at 27 °C for 3—4 days. The recombinant
proteins produced in the culture supernatants were
purified on TALON affinity metal resin (Clontech,

Clinical information and frequency of Dsg3-specific B cells for each patient

Age Sex Diagnosis Oral  Skin  Dsg1

Dsg3  Duration of

Treatment Frequency of Dsg3-

lesion lesion the disorder specific B cells
Patient1 56 M  MCPV + 54.1 209.7 2 months No treatment  18/1 x 10°> PBMC
Patient 2 49 F MCPV + 36.6 221.5 9 months No treatment  3/1 x 10> PBMC
Patient 3 35 F MCPV + 109.9 181.8 7 months No treatment  1/1 x 10° PBMC
Patient 4 53 M  MDPV + - 3.5 234 15 years PSL 10 mg/day 8/1 x 10> PBMC

MCPV, mucocutaneous PV; MDPV, mucosal-dominant PV; Dsg1, Dsg1 ELISA index; Dsg3, Dsg3 ELISA index; PSL, prednisolone.
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Palo Alto, CA, USA) according to the manufacturer’s
recommendations.

2.3. Isolation of single Dsg3-specific B
cells from the PBMCs of PV patients

We developed a strategy for the isolation of indi-
vidual B cells specific for Dsg3 from the PBMCs of
patients with PV by flow cytometry (Fig. 1). PBMCs
from PV patients were first incubated with recom-
binant Dsg3 (Dsg3-E-His) expressed by a baculo-
virus system with an E-tag for detection and a His-
tag for purification at the C-terminal tail, which is
known to have the proper three-dimensional struc-
ture with conformational epitopes [4,17]. Dsg3-
specific B cells express Dsg3-specific Ig receptors
on their surfaces; therefore, they should be recog-
nized by Dsg3-E-His and anti-E-tag antibodies con-
jugated with Alexa488. The negative fractions
were excluded using an anti-CD3 antibody that
binds T cells, an anti-IgD antibody that binds B
cells lacking IgG expression (i.e., cells that express
both IgD and IgM on their surface have no IgG class-
switching) [18], and propidium iodide (Pl) to
reduce background staining. Accordingly, the
Dsg3-specific IgG-expressing B cells were detected
as a CD37IgD"PI"E-tag” population. We thus
attempted to isolate Dsg3-specific cells by a sin-
gle-sorting procedure using flow cytometry, not in

1.
PV patients
PBMCs

combination with sorting using magnetic beads or
other procedures.

2.4. Flow cytometric analysis with
hybridoma cells

The AK9 and AK23 hybridoma cells used have been
described previously [19]. Although the AK series of
mAbs were isolated as antibodies that bind mouse
Dsg3, some AK mAbs also bind human Dsg3. The AK23
mAb, but not the AK9 mAb, binds human Dsg3. A
total of 1 x 10° AK9 or AK23 hybridoma cells were
incubated with 10 g of rDsg3-E-His or rDsg1-E-His in
100 pl of RPMI medium on ice for 1 h, then incu-
bated with 1 pl of Alexa488-conjugated anti-E-tag
mouse monoclonal antibody (mAb; Amersham Bios-
ciences, Buckinghamshire, UK) for 30 min at room
temperature, and analyzed using a FACSCalibur®
flow cytometer (Becton Dickinson, San Diego, CA,
USA). The Alexa488-conjugated anti-E-tag mouse
mAb was made using an Alexa488 mAb labeling kit
(Invitrogen).

2.5. Flow cytometric analysis with PBMCs

PBMCs from four PV patients and four healthy con-
trol subjects were isolated by density gradient cen-
trifugation on Lymphoprep® (Nycomed Pharma AS,
Oslo, Norway). A total of 5 x 10® PBMCs were incu-

PBMCs from PV patients

| |

2 Incubate with rDsg3-E-His, which binds
B cells react to Dsg3-specific B cells as a probe
with Dsg3 !
| Facs
3. ;’;* Isolation of Dsg3-specific B cells by
s D FACS as CD3-IgD-PI-E-tag(Dsg3)* cells
Dsgé-specific B cells l
} single-cell sorting
4. Sorting of cells singly into 96-well plates

5. 4

RT-PCR

Fig. 1

|

Genetic analysis of immunoglobulin variable
regions of H and L chains using RT-PCR

The sorting of single Dsg3-specific B cells from the PBMCs of patients with PV. PBMCs from PV patients were

incubated with rDsg3-E-His as a specific probe, and Dsg3-specific B cells were sorted as CD3~IgD~PI"E-tag” cells by FACS. B
cells were sorted singly into wells of a 96-well plate. The cDNA corresponding to the immunoglobulin variable regions was

amplified by RT-PCR, and the sequences were analyzed.
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bated with 10 ug of recombinant rDsg3-E-His or
rDsg1-E-His in 100 pl of RPMI medium on ice for
1 h. After washing with RPMI, the cells were incu-
bated with 5 pl of FcR blocking reagent (Miltenyi
Biotec, Bergisch Gladbach, Germany) for 5 min at
room temperature and then with 1 pl of Alexa488-
conjugated anti-E-tag antibody, 5 ul of phycoery-
thrin (PE)-conjugated anti-IgD antibody (Becton
Dickinson), and 5 pl of PE-Cyanin 5 (PE-Cy5)-con-
jugated anti-CD3 antibody (Becton Dickinson) for
30 min at room temperature. After incubation with
15 pl of propidium iodide (Pl) for 15 min before
analysis, the specimens were analyzed using a FACS-
Calibur®™ flow cytometer (Becton Dickinson). We
used PBMCs from patient 1 for staining comparison
with Dsg1 and Dsg3. Even though the patient 1 had
both anti-Dsg1 and anti-Dsg3 antibodies, the titer of
Dsg1 was much lower than that of Dsg3, and there-
fore, we assumed that Dsg1 could be used as a
negative staining control antigen.

2.6. Isolation of Dsg3-specific B cells by
single-cell sorting

A total of 2.5 x 10’ PBMCs were incubated with
50 pg of rDsg3-E-His in 500 pl of RPMI medium on
ice for 1 h. After washing with RPMI, the cells were
incubated with 5 ul of FcR blocking reagent for
5 min at room temperature and then with 1 pl of
Alexa488-conjugated anti-E-tag, 5 ul of PE-anti-
IgD, and 5 pl of PE-Cy5-anti-CD3 for 30 min at room
temperature. After incubation with 15 pl of PI for
15 min, the cells were sorted using an EPICS®™ ALTRA
(Beckman Coulter, Fullerton, CA, USA). All analyses
were performed on the lymphocyte fraction, and
gating was based on the forward and side scatters.
We isolated the Dsg3-specific B cells as a
CD37IgD"PI"E-tag” population. The sorted cells
were then individually deposited into the wells of
a 96-well plate (MJ Research, Waltham, MA, USA).
Because each FACS machine had a different scale on
its axes, the scales between which the Dsg3-specific
B cells were sorted changed from the previous flow
cytometric analyses (FACSCalibur®™ flow cytometer,
Becton Dickinson) (see Section 2.5).

2.7. RT-PCR and sequence analysis of the
immunoglobulin (Ig) genes

For RT-PCR, the B cells were sorted into wells con-
taining 5 pl of Cells to Signal®™ lysis buffer (Ambion,
Austin, TX, USA), and total RNA was isolated from
each cell. First-strand cDNA was prepared from the
RNA samples using Transcriptor (Roche, Basel, Swit-
zerland) in the presence of random hexamer primers
according to the manufacturer’s protocol. Three

microliters of each cDNA solution were used to
amplify the IgH, Ig\, and Igk transcripts by two
rounds of PCR in 20 pl reactions containing 0.5 uM
primers and 1 U of HotstarTaq Master Mix (Qiagen,
Hilden, Germany). Each round of PCR was per-
formed for 45 cycles (first PCR) or 30 cycles (second
PCR) at 94 °C for 30s, 55 °C for 30's, and 72 °C for
60 s. The primers used for each round of PCR (first
PCR, including the Ig constant region; second PCR, Ig
variable region-specific) are described elsewhere
[20]. The amplified products were fractionated on
agarose gels and visualized by ethidium bromide
staining. All products were purified using a PCR
clean-up kit (Promega, Madison, WI, USA) and then
sequenced and analyzed using Ig BLAST (http://
www.ncbi.nlm.nih.gov/igblast/) or the Interna-
tional Immunogenetics Information  System
(http://imgt.cines.fr/) and compared with the Gen-
Bank database.

3. Results

3.1. Specific binding of Dsg3-E-His to
Dsg3-specific mouse hybridoma cells

We first optimized the various parameters of our
staining conditions with Dsg3-E-His using mouse
hybridoma cells, which produce anti-Dsg3 AK mAbs
[19]. Although the AK series of mAbs were isolated as
antibodies that bind mouse Dsg3, some AK mAbs also
bind human Dsg3. The AK23 mAb, but not the AK9
mAb, binds human Dsg3. We used AK23 hybridoma
cellsas a positive control and AK9 hybridomacellsasa
negative control. When AK23 or AK9 hybridoma cells
were incubated with human Dsg3-E-His, human Dsg1-
E-His, or without recombinant protein, the AK23
hybridoma cells were clearly detected with Dsg3-E-
His, but not with Dsg1-E-His (Fig. 2). The AK9 hybri-
doma cells were recognized as negatively stained
cells with Dsg3-E-His. These findings demonstrate
the feasibility of our staining protocol.

3.2. Detection of Dsg3-specific B cells
among the PBMCs of a PV patient using
flow cytometry

We next determined whether Dsg3-specific B cells
could be detected among the PBMCs of patients with
PV using the above staining conditions. We incu-
bated PBMCs from patients with PV or normal indi-
viduals with Dsg3-E-His or Dsg1-E-His on ice to
prevent internalization, then with a cocktail con-
taining anti-E-tag, anti-CD3, and anti-IgD antibo-
dies. When 5 x 10° PBMCs from a PV patient were
incubated with Dsg3-E-His or Dsg1-E-His, 87
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Fig. 2 Detection of Dsg3-specific hybridoma cells with
rDsg3-E-His using flow cytometry. (a) AK23 hybridoma cells
that reacted with human Dsg3 were stained with rDsg3-E-
His, but not rDsg1-E-His. (b) AK9 hybridoma cells that did
not react with human Dsg3 were not stained with rDsg3-E-
His or rDsg1-E-His.

CD37IgDPI"E-tag” cells were detected with Dsg3-E-
His, whereas only 18 CD37IgD"PI"E-tag” cells were
detected with Dsg1-E-His. In addition, when 5 x 10°
PBMCs from four healthy control were incubated
with Dsg3-E-His, only 20, 11, 21, and 11
CD37IgD"PI"E-tag” cells were detected, respec-
tively (Fig. 3). Dsg3-specific B cells were detected
in the area for which the E-tag signal was medium-
positive, which is consistent with our results using
AK23 hybridoma cells. These results indicate that
Dsg3-specific B cells can be detected as
CD37IgD"PI"E-tag” cells from the PBMCs of PV
patients using our staining protocol, although a
quarter of positive cells could be due to non-specific
staining.

3.3. Sorting of Dsg3-specific B cells from
the PBMCs of patients with PV

We next used our staining procedure to sort Dsg3-
specific B cells from the PBMCs of four PV patients
and one healthy control subject. In our sorting
protocol, after gating for the lymphocyte popula-
tion based on the forward and side scatters, an IgD™

and E-tag” population was separated from the CD3-
negative population as Dsg3-specific B cells (repre-
sentative data in Fig. 4). The sorted cells were then
deposited individually into a 96-well plate until all
of the wells were filled. CD37IgD"PI"E-tag” cells
were sorted at a frequency of 1-18 cells per
1.0 x 10° PBMCs (Table 1). In contrast, no cells were
sorted from 1 x 10° PBMCs from the healthy control
subject (Fig. 4).

3.4. Amplification of the Ig V regions in
the sorted B cells by RT-PCR

Individual cells were sorted on a 96-well plate
filled with lysis buffer, total RNA was isolated,
and cDNA was synthesized. An initial round of
PCR was performed using primers specific for the
V and constant regions of each Ig chain (i.e., the
heavy chain and k and A light chains). A second
round of amplification using Ig V-region-specific
primers was attempted for each sample that was
positive in the first round. The cDNA was theore-
tically synthesized from individual Dsg3-specific B
cells, but it was technically difficult to obtain PCR
products from all of the sorted cells. For example,
in patient 1, the number of positive bands after the
first round of PCR was 28 for the heavy chain, 30 for
the \ chain, and two for the k chain out of 96 sorted
cells; however, many of the cells showed either a
heavy- or light-chain product, and 13 of the sam-
ples that had a pair of heavy- and light-chain
products in the first round of PCR had two pairs
of heavy- and light-chain products (representative
datain Fig. 5). Among the four PV patients studied,
19, 16, and 17 products were obtained for the V
regions of the heavy, k, and \ light chains, respec-
tively, whereas 11 complete sets of heavy- and
light-chain products were obtained (Table 2).

3.5. Sequencing of the Ig V regions

We determined the sequences of the Vregions in the
heavy and light chains from our single-sorted Dsg3-
specfic B cells and compared the third complemen-
tarity-determining region (CDR3) and gene usage of
the V region from each sorted cell with that in the
human genome database (Table 2). In patient 1, two
pairs of heavy- (VH) and light-chain (VL) sequences
were obtained in addition to two VH sequences and
five VL sequences without their counterparts. In
patient 2, seven pairs of VH and VL sequences were
obtained in addition to four solitary VH sequences
and 10 solitary VL sequences. In patient 3, a pair of
VH and VL sequences, one solitary VH sequence, and
three solitary VL sequences were collected. In
patient 4, a pair of VH and VL sequences, one
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Fig. 3 Detection of Dsg3-specific B cells from the PBMCs of a patient with PV. Using 5 x 10°> PBMCs from a PV patient,
Dsg3-specific B cells were detected as CD37IgD"PI"E-tag” cells with rDsg3-E-His, although some background staining
occurred as determined incubating PBMCs from the PV patient with rDsg1-E-His or PBMCs from healthy control subjects

with rDsg3-E-His.

solitary VH sequence, and four solitary VL sequences
were obtained.

In general, for the patients with PV (n=4),
VH1, VH3, and VH4 were predominantly used in
the single-sorted B cells (Table 2). Identical gene
usage in the V regions was observed in different
single-sorted B cells from the same PV patient.
Three sorted B cells with V2-14 and two sorted B
cells with V1-3 in the VL gene were isolated from
patient 1. In comparison, five sorted B cells with
VH1-46, two sorted B cells with VH3-15, and two
sorted B cells with VH3-73 in the VH gene were
isolated from patient 2. Notably, three sorted B
cells with V2-17, two sorted B cells with V1-4,
three sorted B cells with A18b, and three sorted B
cells with A23 in the VL gene were obtained from
the same patient. In addition, two sorted B cells
with V1-13 were isolated from patient 3. Further-

more, a number of sorted B cells had identical
CDR3 sequences in both VH and VL, as found in
patient 2 (wells 1E and 6A). Other cells had iden-
tical CDR3 sequences in either of each chain,
as found in patient 2 (wells 10D and 10G;
AGGDWSSRSFDY) and patient 3 (wells 4D and
11A; QSSDSSRTYR). More interestingly, several
common gene usages were noticed among differ-
ent PV patients, including VH3-73 in patients 2 and
3, VH4-59 in patients 1 and 4, V1-22 in patients 1
and 3, V1-16 in patients 2 and 3, and V1-4 in
patients 2 and 4. Furthermore, one CDR3 \ chain
sequence (QSSDSSRTYR) was identical in the
sorted B cells from patients 2 and 3. These findings
suggest that the Dsg3-specific B cells in PV
patients proliferate by clonal expansion and that
PV patients may have restricted gene usage in the
V regions of their Dsg3-specific IgG autoantibodies.
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Fig. 4 Sorting of Dsg3-specific B cells from the PBMCs of PV patients. Lymphocytes were extracted by gating based on
the forward and side scatter screens during flow cytometry from the PBMCs of patients with active PV. (a) After exclusion
of the PI"CD3" population ((b) CD3": dark green, CD37: light green), an IgD~ and E-tag” population was sorted as Dsg3-
specific mature B cells ((c) arrowhead). No event in this population was detected in the PBMCs from a healthy control
subject. (For interpretation of the references to color in this figure legend, the reader is referred to the web version of

the article.)

4. Discussion

To characterize the Ig gene for the Dsg3-specific IgG
autoantibodies in PV patients, we overcame two
technical hurdles. First, it was necessary to isolate
individual Dsg3-specific B cells from the PBMCs of
patients with PV using flow cytometry. We optimized
our staining conditions and succeeded in obtaining
single B cells using rDsg3-E-His, which binds to the Ig
receptors on Dsg3-specific B cells, and we subse-
quently incubated them with fluorescent-labeled
anti-E-tag antibodies. Second, we performed
sequence analysis of single B cells in 96-well plates
using RT-PCR. The cDNA was synthesized from each B
cell, which was then subjected to two-step PCR: the
first round of PCR amplified the constant and V
regions, whereas the second round of PCR was
specific for the V region.

1B 1F
IgH =

IgL

Several of the Dsg3-specific B cells that were
isolated from the same patient had identical gene
usage in the V region and identical CDR3 sequences.
This suggests that Dsg3-specific autoreactive B cells
proliferate by clonal expansion in PV patients. More-
over, we found that one N CDR3 sequence was
identical among the B cells isolated from different
patients, suggesting the possible involvement of this
sequence in Dsg3-binding. VH1, VH3, and VH4 were
frequently detected. It is unclear whether this
restricted usage has any significance for anti-Dsg3
IgG autoantibody production in pemphigus or
whether it reflects the gene usage in the majority
of 1gGs [21,22]. Additional studies with a large
number of patients from various ethnic groups are
necessary to clarify this issue.

The frequency of Dsg3-specific B cells in the
PBMCs was calculated as 1—18 per 10° cells based

1G 2C 2G 3A 3C 5G 6F 8D 8D 10G 11C11G12C 12G

Fig. 5 Amplification of the immunoglobulin variable region using RT-PCR. Positive bands for the heavy and light chains
from the sorted cells are shown as representative data for patient 1. Each lane represents one single sorted cell. The cells
in wells 8D and 12G had amplified bands for a pair of heavy and light chains (underlined).
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Table 2 Gene usage of the immunoglobulin variable region and sequence of the CDR3 region in sorted B cells from PV

patients
VH VL
Position V-gene J-gene CDR3 CDR3 length V-gene J-gene CDR3 CDR3 length
Patient | 8D VHS.51 IS ARHGPNWGFRHC 12 V24 L2 QVWDSNGDH 9
12G VH434  JH6 ATGFGRLMSYY 1 L14 K1 LQHHNYP 7
IB VH459  IH5 AKEGPGYSSGSFEI 14 ND
56 VHI-1§  JH2 ARDPAWHPKLRPP 13 ND
2c ND V214 Ll QVWDSHTAQ 9
3G ND V214 L EVWDSSNDH 9
26 ND V13 IL3 CSYADNYTL 9
11G  ND V13 I CSYGGSYSLGI 11
100G ND V22 L3 QSYDSONL 8
Patient 2 1E VH3.73  JH6 TRRDVSAHRSDSDMDV 16 V217 L3 OSSDSSRTYR 10
6A VH3-73  JH6 TRRDVSAHRSDSDMDV 16 V217 L3 OSSDSSRTYR 10
sB VH3-15  IH5 TTELGAEVATEW 12 IK2 MOQGVHPL 7
6B VH3-15  IH5 TTFLGAEAGTEWFDP 15 K2 MQSIHPLY 8
8C VH349  IHS TRDGEYQLRMAGGGRPRW 18 L2 K1 QQYNNWPR 8
4F VHI-46  IH3 ARDRSGIAARPHAS 14 A2 K4 MQSVQLP 7
3H VHI-46  JH3 ASGRAFDI 8 Al IK3 MOQATHWPPI 9
10D  VHI-46  JH4 AGGDWSSRSFDY 12 ND
100G VHI46  JH4 AGGDWSSRSFDY 12 ND
7B VHI46  H3 ARDRSGVPARPHAF 14 ND
12C  VH3-30  JHS AKSGEVASSYGSVSYLNL 18 ND
2A ND A3 K2 MOQATDFPY 8
6C ND AD K2 TOTIQFP 7
D ND A3 K2 TQATHFP 7
1B ND IL1 SSYTTNSL 8
8D ND -JL3 SSYTSISTW 9
oF ND V217 L3 OSSDSSRTYR 10
9B ND IK4 MQSVQEP 7
4D ND ViI-l6 L3 AAWDDSLRGP 10
8F ND A27 K4 QQYGGSPA 8
10H ND L6 IKS QQRIKWPL 3
Patient 3 ID  VH373 JH4 ARDRTGLKARPHG 13 Vi L3 CSYAGSSTER 10
3C VH3-74  JH6 ADFGRNGLA 9 ND
D ND -JLS OSSDSSRTYR 10
I0H ND L3 QSYDSVLIGW 10
1A ND Vile L3 QSSDSSRTYR 10
Paticnt 4 9C VHI3  IH5 GVNYYGSGRDWLDP 14 B3 JK4 QQYYNTP 7
sB VH4-59  JH4 QDYDSGSNYNGGWFAP 16 ND
1B ND s SSYASTSTI 9
7A ND A27 IK2 QQYGVSPP 8
7H ND Al9 IK5 MQGLQNPL 8
10D ND B3 K1 QQYYSSR 7

ND, not detected.

on the number of sorted B cells in our assay. The
frequency of antigen-specific B cells (anti-glycopro-
tein IIb/llla antibody-producing B cells) in patients
with immune thrombocytopenic purpura was
reported to be 2—30 per 10° PBMCs [23], whereas
the frequency of Hepatitis B surface antigen
(HBsAg)-specific B cells was determined to be
54.9 per 10° PBMCs after vaccination using
enzyme-linked immunospot (ELISPOT) assay [24].
These figures provide an idea of the frequency of
antigen-specific B cells in circulation because they
fall within a similar range.

The characteristics of the Ig V regions in pemphi-
gus patients have been investigated previously using

different approaches [14,16]. One of the most
recent advances is phage display, which has been
used to obtain single-chain V-region fragments
(scFvs) and several human mAbs against Dsg3 and
Dsg1 from a PV patient [14]. In this system, a phage
library is constructed from the PBMCs of a patient;
the library contains Dsg3-specific B cells, aswell as a
large population of other non-specific B cells. The
phage clones that bind to Dsg3 are then selected and
expanded by panning from this library. Because the
pairs of the V regions for the heavy and light chains
are randomly shuffled during the construction of the
scFv library, the pairs of isolated scFvs may not
reflect the heavy- and light-chain pairings in vivo
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[14]. Our approach is advantageous in that it elim-
inates the possibility of mispairing because the iso-
lation of the heavy and light chains is done directly
on each sorted B cell.

However, the weakness of this study is that we
could not directly prove that the isolated heavy- and
light-chain pairs actually reacted with Dsg3 by con-
structing scFv from the isolated pairs. The reason for
this failure partly includes technical reasons such as
insolubility of some of scFv tested. On the other
hand, the isolation of antigen-specific B cells from
patients’ PBMCs will allow us to perform not only the
sequence analyses of heavy- and light-chain variable
regions but also microarray analysis for gene expres-
sion profiling such as cytokines or surface markers in
the future studies.

In summary, we have developed a novel strategy
for the isolation of Dsg3-specific B cells from the
peripheral blood of PV patients. We also analyzed
the gene usage and sequences of the V regions in the
genes encoding their IgG autoantibodies. Our
approach will be a valuable tool for future charac-
terization of the B cell repertoire in pemphigus and
it may be used to elucidate the mechanism of
pathogenesis.
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