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Abstract

Aims/hypothesis The aim of the present study was to
evaluate in vitro phage display in a beta cell line as a
novel strategy for the isolation of beta cell-specific agents/
biomarkers.

Methods A single-chain antibody (SCA) library was pre-
incubated with AR42J cells in order to eliminate SCAs with
exocrine binding properties. It was then panned against
INS-1 cells to select beta cell-targeted antibodies.

Results By these means, we isolated a novel antibody, SCA
B5, that binds rapidly (6.0 min) and with a 450-fold higher
specificity to beta cells relative to exocrine cells. We
estimated for SCA B5 a binding affinity in the low pmol/l
range and 858 binding sites per beta cell. Confocal microscopy
showed binding to the beta cell surface and confirmed
subsequent internalisation. Moreover, staining of rat and
human pancreatic tissue sections with SCA B5 suggests that
the target epitope is presented in pancreatic beta cells of
different origins. Infrared imaging revealed that labelling of
beta cells with tracer SCA BS5 is strictly dependent on beta
cell mass. With competition assays we excluded insulin,
glutamate decarboxylase, C-peptide and islet amyloid
polypeptide as SCA BS5 targets. In accordance with these
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predictions, SCA B5 homed in vivo highly selectively to
normal beta cells and dysfunctional beta cells of diabetic rats.
Moreover, accumulation of radioactively labelled SCA B5 in
the pancreas was reduced by 80% after pre-injection with
unlabelled SCA BS5, thereby confirming the specific uptake
in the pancreas.

Conclusions/interpretation We report a simple strategy for
the generation of an SCA targeting a novel beta cell-
specific epitope.

Keywords AR42J cells - Beta cell - Human islets -
INS-1 cells - Phage display - Single-chain antibody

Abbreviations
BRASIL Biopanning and rapid analysis of selective
interactive ligands

CAR Cell associated radioactivity
FPG Fasting plasma glucose
GAD-65 Glutamate decarboxylase
IAPP Islet amyloid polypeptide
ISPC INS-1-specific phage clone
Ky Dissociation constant

pfu Plaque-forming units

RT Room temperature

SCA Single-chain antibody
Introduction

Pancreatic beta cell mass is markedly reduced in patients
with type 1 or type 2 diabetes, most likely as a consequence
of an increased rate of beta cell apoptosis [1, 2]. Therefore,
strategies for preserving beta cell mass and allowing
accurate and non-invasive assessment of beta cell mass in
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humans are critically needed. In recent years, several
known islet- or beta cell-specific (or enriched) surface
markers (e.g. glucagon-like peptide 1), secretory vesicle
components (e.g. vesicular monoamine transporter 2) and
transporter molecules (e.g. glucose transporter 2), have
been evaluated for their suitability as potential islet-imaging
targets [3—11]. The properties of the tracer probes (e.g. IC2
antibody) and imaging techniques (e.g. positron emission
tomography) used in these studies have recently been
described in detail [3, 12—14]. However, as yet none of
these targets or tracer probes has allowed for successful
islet imaging in humans. This is primarily because of the
failure of these agents to label pancreatic beta cells with
sufficient selectivity over exocrine cells (factor >100 is
required) [7]. Thus, in order to permit the selective
detection of islet beta cells within the pancreas, novel
biomarkers and/or agents exhibiting high specificity for
beta cells are needed.

One reason for the obvious difficulties in generating
such agents is the paucity of knowledge about potential
targets that are exclusively presented on the beta cell
surface. Phage-display technology may be a suitable way to
overcome these limitations [15-17]. By applying this
approach to rats in vivo or freshly isolated rat islets in
vitro, we have recently reported the isolation of single-chain
antibodies (SCAs) highly specific for either pancreatic beta
or alpha cells [18]. However, these approaches applied
collagenase-digestion for islet isolation, which might alter
substantially the surface profile of the islet cells. Therefore,
in the present study, we assessed whether in vitro panning of
a phage-displayed SCA library in the rat beta cell line INS-1
(enhanced by pre-absorption in AR42]J cells) would lead to
the isolation of SCAs targeting novel beta cell specific
biomarkers. By these means, we generated one beta cell-
specific SCA and compared its properties with those of the
recently characterised ones.

Methods

Phage library The human SCA library (Tomlinson Library
I, University of Cambridge, UK) represents 1.47x10®
different SCAs fused to the plIl coat protein of a
bacteriophage. The controls were a phage clone without
an insert (Tomlinson library I), four beta cell-specific SCAs
(SCA B1-B4) and a control SCA identified previously
[18].

Cell culture Cells were grown as follows. INS-1 cells (C.
Wollheim, Geneva, Switzerland) were grown in RPMI
1640 (+ glutamine) with 10% (vol./vol.) FCS, penicillin/
streptomycin and vitamins. Alpha TC1 cells (ATCC,
Manassas, VA, USA) were cultured in DMEM (low

glucose) with 10% FCS (vol./vol.), penicillin/streptomycin,
15 mmol/l HEPES and 0.1 mmol/l non-essential amino acids.
AR42] and beta TC6 cells were grown in DMEM (high
glucose) with 10% (vol./vol.) FCS, penicillin/streptomycin
and vitamins (all from PAA, Paschingen, Austria). Cells were
detached with cold trypsin (0.05% trypsin, 0.53 mmol/l
EDTA-4Na) 12 h prior to conducting the assays, washed
with PBS and then stored in a 50 ml tube with appropriate
medium at 37°C and 5% COs,.

Library screening AR42J cells (10°) were resuspended in
DMEM without FCS, transferred to a 1.5 ml tube and
incubated with phage (10'? plaque-forming units [pfu]/ml)
for 30 min at room temperature (RT). Cells were pelleted
by centrifugation (400xg for 5 min) and supernatant
fractions containing phage were incubated again with 1x
10° AR42J cells in DMEM without FCS for 30 min.
Subsequently, the phage—cell suspension was centrifuged
and the supernatant fractions containing phage were
incubated with 1x10° INS-1 cells in RPMI without FCS
for 2 h at RT before the cells were pelleted again, washed
twice with PBS and lysed by the addition of 0.5 ml PBS
containing 100 mmol/l Tris—HCI1 (pH 2.2). Subsequently,
TGl bacteria were infected with the eluted phage
and plated on 2xTY agar with 1% glucose (wt/vol.) and
100 pg/ml ampicillin. After an overnight incubation at
37°C, colonies were determined to monitor the progress of
each round of library panning, and the recovered phage was
amplified for use in the next round [19]. Finally, 50 phage
clones each from panning rounds 1, 3 and 5 were randomly
selected and sent to GENterprise (Mainz, Germany) for
DNA sequencing.

Binding of phage in vitro The binding selectivity of phage
clones to cell lines (INS-1, beta TC6, AR42J and alpha
TC1) was analysed with the biopanning and rapid analysis
of selective interactive ligands (BRASIL) method [20]. For
experiments, cells (1x10°) were re-suspended in appropri-
ate medium without FCS, transferred to a 1.5 ml tube and
incubated with a selected phage clone (1x10° pfu/ml) for
4 h on ice. Subsequently, the cell-phage suspension was
transferred to the top of a non-miscible organic lower
phase (rn-dodecane/bromo-dodecane 1:90.8 (vol./vol.); d=
1.017 g/ml) and centrifuged at 12,000xg for 10 s at 4°C.
The tube was snap frozen in liquid nitrogen, the bottom of
the tube sliced off and the cell-phage pellet recovered and
grown as described [19]. On the following day the number
of colonies was counted. Background binding was deter-
mined in the presence of a control phage (1x10° pfu/ml)
and subtracted from each data point.

Production of SCAs HB2151 bacteria (optical density at
600 nm=0.4) were infected with 10 pl of a monoclonal

@ Springer



1386

Diabetologia (2010) 53:1384—1394

phage clone and colonies were further grown in 2xTY
(100 pg/ml ampicillin and 1% [wt/vol.] glucose). Isopropyl
[3-D-thiogalactoside (1 mmol/l; AppliChem, Darmstadt,
Germany) was added to induce SCA production. The
supernatant fraction containing the antibodies was purified
by metal affinity chromatography (Nunc ProPur; Nunc,
Langenselbold, Germany) and purity checked by SDS gel
electrophoresis and western blotting.

Binding properties of SCAs in vitro SCAs (100 pg protein)
were radiolabelled with iodine-125 (100 mCi/ml; Hartmann
Analytics, Braunschweig, Germany) and their binding
properties to cell lines (INS-1, beta TC6 and AR42J) were
analysed as previously described [8, 18]. Briefly, 1.5 ml
tubes containing cells (10°) in 200 pl medium without FCS
were placed in an incubator (5% CO, and 37°C) for
30 min. Subsequently, radiolabelled SCAs were added and
cells were further incubated for 10 min (or as noted).
Accumulation of radiolabel was determined by separating
the cell-associated radioactivity (CAR) from the free
radioactivity by transferring the cell suspension to a
1.0 ml tube containing a layer of oil comprising n-
dodecane/bromo-dodecane (1:90.8 [vol./vol.]; d=1.017 g/ml),
and centrifuged for 10 s at 12,000xg. The tube was snap
frozen in liquid nitrogen, the bottom of the tube sliced off
and the radioactivity of the tube containing the cell pellet
was counted in a gamma counter. Retention was determined
similarly except that after incubating the cells for 10 min in
the presence of radiolabel, cells were washed twice with
PBS and further incubated in radiolabel-free media prior to
spinning the cells through the oil layer. In order to account for
the cell-type-specific cell volume we normalised the CAR
(cpm/cell) with the average volume (in fl). The average cell
volume was determined in each experiment by a CASY 1 cell
counter (CASY; Innovatis, Reutlingen, Germany), which
produced cell volume information on the basis of cell
frequency distribution. Background binding was determined
in the presence of high concentrations of unlabelled control
SCA (100 pg) and subtracted from each data point.

In order to determine binding affinity, CAR was measured
in the presence of varying concentrations of labelled antibody
(0.1-50 pg) with or without pre-incubation of high concen-
trations of unlabelled SCAs (100 pg) at 4°C. The number of
molecules bound per cell, B, was calculated as B = CAR x
AVI(SA x 10° cells) where Av is Avogadro’s number, and SA
is the specific activity of the labelled antibody in cpm/fmol.
The dissociation constant (K4) and the maximal number of
molecules bound/cell (Bn.x) was fitted by non-linear
regression according to the following equation B = B, X
T /(K4 + T) where T is the concentration of free antibody in
the media (nmol/l). Non-linear fitting was performed with
the packages ‘graphics’ and ‘stats’ of the statistical program-
ming language R.
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For competition assays, unlabelled SCAs (100 pg),
human insulin (100 pg; Roche, Mannheim, Germany),
human glutamate decarboxylase (rH-GAD-65; 100 pg;
Diamyd Diagnostics, Stockholm, Sweden), rat islet
amyloid polypeptide (IAPP; 100 pg; Bachem, Weil am
Rhein, Germany) or rat C-peptide (100 pg; Bachem)
was added to the cells before radiolabelled SCA B5 was
added.

Fluorescence microscopy INS-1 or AR42]J cells were
seeded on culture dishes (50,000 cells/dish; Greiner,
Frickenhausen, Germany), with appropriate medium and
placed in an incubator (5% CO, and 37°C) for 48 h. For
experiments, medium was aspirated, SCA B5 (2 pg/ml) re-
suspended in 100 pl medium without added FCS and
incubated either at 4°C or 37°C for 10 min. The culture
dishes were washed with PBS and cells fixed by adding
ice-cold 4.0% (vol./vol.) formaldehyde for 15 min. Subse-
quently, the cells were permeabilised with 0.1% Triton X-
100 for 10 min and an anti-myc fluorescently labelled
secondary IgG (2 pg/ml; AlexaFluor 488 conjugate;
Millipore) was added. Finally, cells were analysed using a
confocal microscope (Axiovert 100 M; ZEISS LSM 510
Laser Module).

Infrared imaging SCA BS5 or the control SCA was labelled
with infrared dye 800 (CW Labeling Kit; Li-cor Bioscien-
ces, Lincoln, USA). Increasing amounts of INS-1 cells
(10°-10®) in medium containing 5.6 mmol/l glucose and
10° INS-1 cells in medium with increasing concentrations
of glucose (2.8-16.8 mmol/l) were grown on eight well
chamber slides and incubated for 48 h in a CO, incubator at
37°C. Subsequently, cells were fixed with 4% (vol./vol.)
formaldehyde for 20 min at RT, permeabilised with 0.1%
Triton X-100 and incubated with labelled SCA BS5 (1 pg/ml)
for 1 h. The signal was detected at 800 nm by an infrared
imaging system (Odyssey, Li-cor Biosciences). The
mean intensity of control cells that contain control-SCA-
labelled INS-1 cells was subtracted from the intensity of
wells containing INS-1cells labelled with SCA BS5 to
correct for any background signal not related to SCA BS5
staining.

In vivo biodistribution Female non-diabetic CD rats (n=5,
6 weeks old, ~220 g) and male diabetic ZDF rats (n=5,
6 weeks old, ~200 g, fasting plasma glucose [FPG] 5.4+
1.1 mmol/l; n=5, 9 weeks old, ~300 g, FPG 9.0+£1.8 mmol/l;
n=5, 12 weeks old, ~300 g, FPG 18.2£2.5 mmol/l)
were purchased from Charles River (Sulzfeld, Germany).
The rats were injected intravenously with SCA BS5
(100 pg protein/animal). Rats were killed 2 h after
injection and organs (as stated) were harvested and fixed
with formalin.
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In another experiment, 100 pg of '*I-labelled SCA B5
(specific activity 18.5 MBq) was injected intravenously into
non-diabetic CD rats (200-250 g, n=6). A blood probe was
taken 2 h post-injection, the animals were killed and the
organs (as stated) harvested and placed into test tubes.
Tubes containing tissues were weighed and counted for
radioactivity with a gamma counter. Data were calculated
as percentage injected dose per gram organ weight. For
competition experiments (n=3), unlabelled SCA BS
(100 pg/animal) was administered 15 min prior to the
radiolabelled SCA B5 antibody. Animal experiments were
approved by the local government.

Immunohistochemistry Staining of paraffin-embedded rat
and human tissue sections (5 pum) were performed as
follows. The use of human tissue was approved by the
local ethics committee. Sections were deparaffinised and
subsequently permeabilised by heating in the microwave
oven in antigen-unmasking solution pH 6 and cooling for
45 min. Blocking was done for 1 h at 24°C with PBS
containing 2% (wt/vol.) BSA. Primary and secondary
antibodies were diluted in PBS with 2% BSA. Primary
antibodies were incubated at 4°C overnight, except for
anti-insulin, anti-glucagon and anti-somatostatin antibodies
with an incubation period of 1 h at 37°C. Secondary
antibodies were incubated for 30 min at 24°C as well as
Cy2- and Cy3-conjugated streptavidin reagents. The
following primary antibodies and dilutions were used:
SCA BS, 1:200; mouse anti-c-myc, 1:200 (New England
Biolab, Frankfurt am Main, Germany); guinea pig anti-
swine-insulin, 1:400 (Dako, Carpinteria, CA, USA); mouse
anti-glucagon, 1:200 (Thermo Scientific, Rockford, IL,
USA) and rat anti-somatostatin antibody, 1:25 (Millipore
GmbH; Schwalbach; Germany). Secondary antibodies were
mouse anti-c-myc, 1:200; biotinylated anti-rabbit IgG and
biotinylated anti-mouse IgG, 1:200 (Linaris GmbH,
Wertheim-Bettingen, Germany); Cy3-conjugated goat
anti-mouse IgG, 1:200 (Jackson Immuno Research Europe,
Newmarket, UK); Cy3-conjugated goat anti-guinea pig
IgG, 1:800 (Jackson Immuno Research Europe); Cy3-
conjugated goat anti-rat IgG (heavy and light chains),
1:100 (Jackson Immuno Research Europe). The tertiary
reagent was Cy2-conjugated streptavidin, 1:200 (Jackson
Immuno Research Europe). Tissue slides were analysed
using a Zeiss Axioplan microscope.

Statistics Parametric comparisons of continuous data were
calculated with Student’s ¢ test for unpaired data with
unequal variance. The relationship between beta cell mass
and fluorescence signal intensity was analysed by linear
regression analysis. All calculations have been performed
with KaleidaGraph 4.0.3 for Macintosh Computers (Synergy
Software, Reading, PA, USA).

Results

Generation of beta cell-targeting SCAs In order to generate
novel agents that bind specifically to beta cells, a
subtractive selection strategy was applied in which the
phage library encoding for 1.47x10® SCAs was first
incubated with AR42]J cells in order to absorb phage with
exocrine binding properties. Subsequently, the supernatant
fraction from this incubation (~1x10° pfu/ml) was incu-
bated with INS-1 cells. Over five rounds of this selection
process a substantial increase of the number of phage
bound to INS-1 cells was detected (from 1.2x10% to 1.2x
10% Fig. la), indicating enrichment of INS-1-cell-binding
phage. Subsequently, 50 phage clones from each of panning
rounds 1, 3 and 5 were randomly selected for DNA
sequencing. Surprisingly, all of these clones yielded
identical DNA sequence, thereby giving rise to one single
INS-1-specific phage clone (ISPC, the clone being named
ISPC5 = SCA BS5; the amino acid sequence is shown in
Fig. 1b). Of note, repetitive runs of this protocol yielded
identical results.

In order to confirm the binding selectivity of the ISPCS
phage to beta cells, binding of ISPC5 to INS-1, beta TC6,
alpha TC1 and AR42J cells was tested with the BRASIL
method in vitro (Fig. 1c). For these experiments cells and
media were kept on ice to minimise post-binding events,
such as receptor-mediated internalisation. The assay
showed a 17-fold higher specificity for INS-1 or beta TC6
relative to alpha TC1 and AR42J cells for the ISPC5 phage
(»<0.0001).

Binding properties of SCAs in vitro As beta cell-specific
delivery requires removal of SCA B5 from the context of
the ISPC5 phage, HB2151 bacteria were infected with
ISPC5 phage and isopropyl (3-D-thiogalactoside was added
to induce SCA B5 production. Subsequently, the superna-
tant fraction containing SCA BS5 was purified by metal
affinity chromatography. Next, soluble SCA BS5 was
radioactively labelled and its binding properties were tested
in INS-1, beta TC6 and AR42J cells in vitro. These
characteristics were then compared with those of the beta
cell-specific SCAs identified previously [18]. Of note, in
contrast to the BRASIL method, this assay was performed
at 37°C (except studies for binding affinity and binding
sites). By these means, a rapid binding with a binding half-
time of 6 min but no washout phase was found for SCA BS,
indicating internalisation of SCA B5 (Fig. 2a). The binding
selectivity of SCA BS5 to INS-1 or beta TC6 was 450-fold
higher relative to AR42J cells (Fig. 2b) and was thus
comparable with the beta cell-specific SCAs evaluated
previously. For SCA BS5, binding saturation could be
demonstrated after pre-incubation with unlabelled SCA
B5 (Fig. 2c). Importantly, competition assays revealed no
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Fig. 1 a Phage-library screening for beta cell-specific phage clones.
Five rounds of selection were carried out and a substantial increase in
bound phage per 1x10° INS-1 cells was observed. b The amino acid
sequence of the ISPC5 phage (SCA BS5). Amino acids are shown in
one-letter codes. Positions that are diverse in the repertoire are marked
in bold. Boxes indicate the complementarity-determining region
(CDR). Heavy and light chain regions are underlined (heavy chain
shown with dashed underlining, light chain shown with dotted

binding inhibition of radiolabelled SCA B5 by pre-
incubation with unlabelled beta cell-specific SCAs identi-
fied previously (SCA B1-B4, Fig. 2c), suggesting that the
binding of these SCAs was at least at different epitopes of
the same antigen. Moreover, the addition of insulin, GAD-
65, C-peptide or IAPP did not inhibit binding of SCA BS to
INS-1 cells, indicating that these proteins do not present the
epitope recognised by SCA B5 (Fig. 2¢). Finally, SCA BS5
had a slightly higher binding affinity (K4 3.6 vs 4.1 pmol/l),
but a lower maximal number of binding sites (858 vs 7,023
molecules/cell) compared with SCA B1.

Next, binding of SCA B5 to INS-1 cells was analysed by
confocal microscopy. For this purpose, cells were grown on

******

151 30+

—O— @+

CAR (cpm/fl)
o

CAR (cpm/fl)
3

underlining). At the C-terminus the SCA contains a His tag (blue)
and a c-myc tag (red) ¢ In vitro binding of ISPC5 phage or a control
phage without an insert to INS-1 (black bars), beta TC6 (grey bars),
alpha TC1 (white bars) and AR42J cells (hatched bars). Cells and
media were kept on ice to minimise post-binding events, such as
receptor-mediated internalisation. The ISPCS5 phage showed highly
specific binding to INS-1 and beta TC6 cells, whereas no binding to
alpha TC1 or AR42J cells was detected. n=6, p<0.0001

culture dishes and subsequently incubated for 10 min with
SCA B5 at either 4°C or 37°C. After fixation of the cells,
SCA BS5 was detected with fluorescently labelled secondary
IgG. By this means, the rapid binding of SCA BS5 to the
beta cell surface and subsequent internalisation was shown
(Fig. 3). Control reactions with AR42J cells and without the
primary antibody were negative.

To determine the relationship between the number of
beta cells and imaging signal, increasing numbers of INS-
1 cells (1x10%-1x10%) were grown on chamber slides and
incubated for 1 h with fluorophore-labelled SCA BS5. The
signal intensity was detected by an infrared scanner. By
this means, a strong correlation between the signal

CAR (cpm/fl)

5 10 15 30 60 120 SCAB5
Time (min)

Fig. 2 Binding properties of '**L-labelled SCA B3 to different
endocrine and exocrine cell lines in vitro. a Rapid binding (#,,=
6.0 min) of SCA B5 to INS-1 cells (black circles), but no washout
(white circles) was detected, indicating internalisation. b Highly
selective binding of SCA BS5 to INS-1 (black bars) and beta TC6
cells (grey bars) was detected (***p<0.001 vs AR42J cells [hatched
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bars]). ¢ Binding saturation to INS-1 cells was demonstrated for SCA
B5 by pre-incubation with unlabelled SCA B5 (7p<0.0001 vs cells
pre-incubated with SCA BS5). In contrast, competition assays
involving pre-incubation with SCA B1-B4, insulin, C-peptide, IAPP
and GAD-65 demonstrated no inhibition of binding of SCA BS5 to
INS-1 cells
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Fig. 3 Binding analyses by confocal laser microscopy. INS-1 cells
were incubated with SCA BS for 10 min either at 4°C or 37°C. After
fixation of the cells, SCA B5 was detected with a fluorescently
labelled secondary IgG antibody. At 4°C binding to the cell surface
was shown, whereas at 37°C internalisation was detected. Control
reactions without the primary antibody or with AR42J cells were
negative. Scale bars, 10 pm

intensity and the number of beta cells was detectable (+>=
0.823, Fig. 4). The overall intensity has a clear tendency to
increase with increasing numbers of beta cells. In contrast,
the signal remained unchanged when 10° INS-1 cells were
incubated for 48 h with increasing concentrations of
glucose (2.8-16.8 mmol/l). These data suggest that the
labelling signal is dependent on beta cell mass but not beta
cell function.

In vivo biodistribution For translation into clinical practice,
specific binding of SCA BS5 to beta cells in vivo would be
required. Therefore, SCA B5 was injected intravenously

into non-diabetic CD rats for a circulation time of 2 h.
Subsequently, the animals were killed and the pancreas and
control organs were prepared for immunohistochemical
analyses. SCA BS was clearly identifiable in the islets and
the signal overlapped with insulin production, whereas no
co-localisation with glucagon was detectable, suggesting
that SCA BS5 was binding exclusively to beta cells (Fig. 5).
Of note, no binding to control organs (liver, kidney, spleen,
lung, thyroid, stomach, brain, parotid gland; data not
shown) was detectable and experiments with the control
SCA did not reveal binding to islets or other structures.

In another set of experiments, the biodistribution of
radiolabelled SCA BS5 was analysed by injection into non-
diabetic rats. Subsequently, pancreas and control organs
were harvested for detection of radioactivity. In accordance
with the in vitro predictions and the immunohistochemistry
data, SCA B5 accumulated selectively in the pancreas and

30 - .
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Intensity % (background corrected) Q)
LR )

1.0 x 108 1.0x 108
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1.0x 10*

—~ 257
Ee)
2
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7) 5,
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0 \ . . .
2.8 5.6 11.0 16.8

Glucose concentration (mmol/l)

Fig. 4 Imaging with SCA BS labelled with infrared dye 800. INS-1 cells
were labelled in vitro with tracer SCA B5 and the signal intensity was
detected by an infrared imaging system. a Linear regression analyses
show a close correlation between increasing amounts of INS-1 cells
(1x10*-1x10%) and signal intensity (*=823). b The signal intensity
remained unchanged when 1x10° INS-1 cells were incubated with
increasing concentrations of glucose. Each data point represents one
well of an eight well chamber slide. To correct for any background
signal not related to SCA BS staining, the mean signal intensity of wells
containing INS-1 cells with fluorophore-labelled control SCA was
subtracted from each data point
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Fig. 5 Immunofluorescence
analyses of the biodistribution of
SCA BS or the control SCA
after intravenous injection in a
non-diabetic CD rat (n=5 rats
per group, 3040 sections and
60-80 islets per rat). The
presence of SCA was deter-
mined by immunohistochemis-
try using an anti-myc antibody,
because the SCAs contained a
c-myc tag. In the pancreas SCA
B5 co-localised exclusively
with the insulin-producing beta
cells, whereas no binding to
glucagon-producing cells or
exocrine cells was detected
(staining in green colour for
SCA with an anti-c-myc
antibody and nuclei were stained
blue with DAPI). All images are
at x40 magnification

Control SCA SCA B5

SCA B5

Anti-glucagon

Control SCA

Anti-glucagon

Table 1 Biodistribution of '**I-labelled SCA B3 in non-diabetic rats

Anti-insulin

Anti-insulin

Tissue Biodistribution of '*’I-labelled SCA B5

(% injected dose/g tissue)

Without pre-injection With pre-injection
Pancreas 5.12+1.01 0.95+0.18%**
Stomach 0.69+0.24 0.57+0.17
Spleen 0.55+0.18 0.58+0.26
Kidney 0.38+0.13 0.44+0.17
Liver 0.71+0.28 0.64+0.22
Brain 0.26+0.09 0.33+0.14
Blood 0.23+0.11 0.22+0.15
Thyroid 0.27+0.15 0.31£0.11

125 L labelled SCA B5 was injected into the tail vein of non-diabetic CD
rats (n=6) and, after 2.0 h, tissues were harvested as described in Methods

For competition experiments (n=3), unlabelled SCA B5 was injected
15 min prior to injection of the radiolabelled probe

***p<0.001 vs without pre-injection
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exhibited no affinity for the control tissues (Table 1).
Moreover, probe accumulation in the pancreas was reduced
by 80% after pre-injection with unlabelled SCA BS5,
thereby confirming the specific uptake of SCA BS5 in the
pancreas.

A valuable feature of beta cell-targeting agents would be
that they allow the fate of beta cells to be followed during
the development of diabetes. Therefore, we assessed the
ability of SCA BS5 to target beta cells of ZDF rats of
different ages. As in the previous experiments, SCA BS5
was injected intravenously and its presence in organs of
interest was determined by immunohistochemistry. As
shown in Fig. 6, SCA B5 was selectively identifiable
within the cytoplasm of the pancreatic beta cells of
normoglycaemic (6 weeks old), mildly hyperglycaemic
(9 weeks old) and severely hyperglycaemic (12 weeks
old) ZDF rats, whereas no binding to exocrine cells and
other control tissues (e.g. liver; data not shown) was
detectable. Of note, the SCA B5 was not identifiable in
destroyed islet beta cells of ZDF rats (data not shown),
providing further evidence that the signal is dependent on
the beta cell mass. Taken together, these results indicate that
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Fig. 6 Evaluation of binding to
pancreatic beta cells of SCA
BS after intravenous injection in
diabetic ZDF rats (n=>5 rats

per group, 3040 sections and
60-80 islets per rat). The
presence of SCAs was
determined by immunohisto-
chemistry using an anti-myc
antibody, because the SCAs
contained a c-myc tag. SCA B5
selectively co-localised with
insulin-producing beta cells and
showed no binding to other
endocrine or exocrine cells,
irrespective of the age of the
animals. DAPI stains nuclei
blue. All images are at x20
magnification

9 weeks 6 weeks

12 weeks

Anti-insulin

6 weeks

Anti-glucagon

9 weeks

Anti-glucagon

12 weeks

Anti-glucagon

SCA BS highly selectively targets normal beta cells as well
as dysfunctional beta cells during diabetes development.

Binding of SCA B5 to human and rat pancreatic tissue in
situ To further prove specific binding of SCA BS5 to rat beta
cells and its potential applicability in humans, rat and
human pancreatic tissue samples were co-stained by

Anti-insulin

Anti-insulin

Anti-c-myc

Anti-c-myc

Anti-c-myc

Anti-c-myc

ol Anti:c-h'uyc"

Anti-c-myc

immunohistochemistry using SCA BS5 as well as specific
anti-insulin, anti-glucagon and anti-somatostatin antibodies.
SCA B5 was exclusively identifiable within the islets and
co-localised with insulin-producing cells, but not with
glucagon- and somatostatin-producing cells (Fig. 7). These
data strongly suggest that SCA B5 binds to a molecule that
is produced in pancreatic beta cells of different origins.
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Fig. 7 Immunofluorescence
staining for binding of SCA

B5 to human (representative
pancreas from a non-diabetic
donor) and rat islets (represen-
tative pancreas from a non-
diabetic CD rat) in situ. The
presence of SCA was deter-
mined by immunohistochemis-
try using an anti-myc antibody,
because the SCAs contained a c-
myc tag. SCA B5 co-localised
with insulin, but not glucagon or
somatostatin staining. DAPI
stains nuclei blue. All images
are at x40 magnification

Human

Human

Anti-glucagon

Human

Anti-somatostatin

Rat

Anti-insulin

Rat

Anti-glucagon

Rat

Anti-somatostatin

Discussion

The field of imaging technology has made tremendous
progress in recent years, allowing for the non-invasive and
accurate detection of small structures, such as specific brain
cell populations. However, as yet the lack of sufficiently
specific beta cell targets and/or tracer molecules has
prevented the successful application of these powerful

@ Springer
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technologies to beta cell imaging in humans [13, 14].
Recently, we reported the successful isolation of beta and
alpha cell-specific SCAs by screening of a phage library on
primary rat islets in vitro and in vivo [18]. A key element of
the method used for the generation of these SCAs was the use
of collagenase. Particularly, collagenase disrupts the endothe-
lial cell lining of the intra-islet capillaries during the islet-
isolation process and thus eliminates phage bound to the
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endothelium. This is supported by the finding that all
collagenase-based approaches generated alpha and/or beta
cell-specific agents [18, 21], whereas the approaches that
abandoned collagenase identified agents selectively targeting
the islet endothelium [22, 23]. However, collagenase alters
the surface profile of pancreatic islets, and thus we anticipate
that the identification of valuable beta or alpha cell-specific
targeting agents could be prevented.

Therefore, in this proof-of-concept study we report a
simple and very time-efficient in vitro panning strategy, in
which a phage-displayed SCA library was pre-incubated
with the rat exocrine cell line AR42J in order to eliminate
SCAs with exocrine binding properties and then panned
against the rat beta cell line INS-1 to select beta cell-
targeted antibodies. By these means, we isolated SCA BS5, a
novel antibody that binds rapidly (¢;,=6.0 min) and with a
450-fold higher specificity for beta cells relative to exocrine
cells. These highly promising features are comparable with
those of the beta cell-specific SCAs (SCA Bl - SCA B4)
reported previously. However, binding of SCA B5 to beta
cells was not inhibited by these SCAs, indicating that
binding occurs at least via different binding pockets within
the same cell-surface antigen. This claim is supported by
the finding that the novel antibody SCA B5 had a slightly
higher binding affinity for beta cells compared with the
SCA Bl (both in the low pmol/l range), but a lower
maximal number of binding sites (by a factor of ten).
Confocal microscopy images provide further evidence for
binding of SCA BS5 to the beta cell surface and confirm its
subsequent internalisation. In particular, the incubation of
INS-1 cells with varying concentrations of radiolabelled
SCA BS5 revealed a capacity of >630,000 SCAs to be
internalised per beta cell. Moreover, staining of rat and
human pancreatic tissue sections with SCA B5 suggests
that the target epitope is produced in pancreatic beta cells of
different origins. Finally, infrared imaging of INS-1 cells
indicates that labelling of beta cells with tracer SCA BS5 is
strictly dependent on beta cell mass. Taken together,
although the binding affinity of the novel antibody SCA
B5 for beta cells is below that of full antibodies or its
fragments [8], SCA B5 has promising features (i.e. required
beta cell selectivity, rapid binding and strong correlation
with beta cell mass) that qualify for specific labelling of
beta cells.

Our impression that SCA B5 represents a novel highly
promising agent was strengthened by the finding that,
following intravenous administration, SCA BS5 targeted
normal beta cells of non-diabetic CD rats in vivo, as well
as dysfunctional beta cells of ZDF rats, whereas no binding
or uptake to control tissues was detected. The specificity of
this approach was confirmed by additional in vivo experi-
ments showing that more than 80% of the pancreatic

radiolabelling intensity could be inhibited by pre-
administration of unlabelled SCA BS.

Even though the method applied in this study is novel, a
theoretical concern could be that the antibodies resulting
from this panning approach might recognise a known beta
cell target that has already been explored in previous
studies. Against this, by means of various competition
assays, we could rule out that SCA BS5 targets insulin,
GAD-65, C-peptide or IAPP. However, the identification of
the respective target is still highly important to estimate the
diagnostic and/or therapeutic potential of this novel SCA.
Unfortunately, as yet none of the generated SCAs has
immunoprecipitated any protein in western blotting or
classic immunoprecipitation, suggesting that the targeted
epitopes are structure sensitive.

In summary, we report a phage-panning approach in the
rat beta cell line INS-1 as a novel and simple strategy for
the generation of islet-targeted agents. The novel beta cell-
specific antibody SCA BS5 generated by this approach offers
a promising perspective for non-invasive targeting of islets
(e.g. in imaging) that, however, has to be shown in future
studies. Moreover, this panning strategy applied to other
cells lines (e.g. alpha TC1) and/or performed with other
phage libraries (e.g. peptide-based) may set the route for the
development of novel agents and the identification of as yet
unknown beta or alpha cell-specific biomarkers.

Acknowledgements This work was supported by research grants of
the Ruhr-University Bochum (FoRUM to S. Schneider), the Beta cell-
Biology Consortium of the NIH (DK072473 to S. Schneider), the
Deutsche Forschungsgemeinschaft (SCHN 702/2-1 to S. Schneider)
and the European Foundation for the Study of Diabetes (EFSD/MSD
to S. Schneider and EFSD/Novartis to H. H. Klein) and the Menarini
Projektforderung (to S. Schneider) of the German Diabetes Association.

Duality of interest S. Schneider holds a patent application on the
SCAs described. The remaining authors declare that there is no duality
of interest associated with this manuscript.

References

1. Weir GC, Bonner-Weier S, Leahy JL (1990) Islet mass and
function in diabetes and transplantation. Diabetes 39:401-405

2. Butler AE, Janson J, Bonner-Weier S et al (2003) {3-cell deficit
and increased (3-cell apoptosis in humans with type 2 diabetes.
Diabetes 52:102-110

3. Schneider S (2008) Efforts to develop methods for in vivo
evaluation of the native (-cell mass. Diabetes Obes Metab 10
(Suppl 4):109-118

4. Schneider S, Feilen PJ, Schreckenberger M et al (2005) In vitro
and in vivo evaluation of novel glibenclamide derivatives as
imaging agents for the non-invasive assessment of the pancreatic
islet cell mass in animals and humans. Exp Clin Endocrinol
Diabetes 113:388-395

5. Schneider S, Ueberberg S, Korobeynikov A et al (2007) Synthesis
and evaluation of a glibenclamide glucose-conjugate: a potential

@ Springer



1394

Diabetologia (2010) 53:1384—1394

10.

11.

12.

13.

14.

15.

new lead compound for substituted glibenclamide derivatives as
islet imaging agents. Regul Pept 139:122-127

. Wingler B, Schneider S, Thews O et al (2004) Synthesis and

evaluation of ['®F]repaglinide: a promising radioligand for
quantification of pancreatic {3-cell mass with positron emission
tomography (PET). Nucl Med Biol 31:639-647

. Sweet IR, Cook DL, Lernmark A et al (2004) Systematic

screening of potential beta cell imaging agents. Biochem Biophys
Res Commun 314:976-983

. Hampe CS, Wallen AR, Schlosser M, Ziegler M, Sweet IR (2005)

Quantitative evaluation of a monoclonal antibody and its fragment
as potential markers for pancreatic [3-cell mass. Exp Clin
Endocrinol Diabetes 113:381-387

. Gotthardt M, Lalyko G, van Eerd-Vismale J et al (2004) A new

technique for in vivo imaging of specific GLP-1 binding sites:
first results in small rodents. Regul Pept 137:162—-167

Souza F, Simpson N, Raffo A et al (2006) Longitudinal
noninvasive PET-based beta cell mass estimates in a spontaneous
diabetes rat model. J Clin Invest 116:1506-1513

Moore A, Bonner-Weir S, Weissleder R (2001) Noninvasive in
vivo measurement of beta cell mass in mouse model of diabetes.
Diabetes 50:2231-2236

Malaisse WJ (2001) On the track to the (3-cell. Diabetologia
44:393-406

Souza F, Freeby M, Hultman K et al (2006) Current progress in
non-invasive imaging of beta cell mass of the endocrine pancreas.
Curr Med Chem 13:2761-2773

Virostko J, Jansen ED, Powers AC (2006) Current status of
imaging pancreatic islets. Curr Diab Rep 6:328-332

Ueberberg S, Schneider S (2010) Phage library-screening: a
powerful approach for generation of targeting-agents specific for

@ Springer

16.

17.

18.

19.

20.

21.

22.

23.

normal pancreatic islet-cells and islet-cell carcinoma in vivo.
Regul Pept 160:1-8

Kolonin MG, Saha PK, Chan L, Pasqualini R, Arap W (2004)
Reversal of obesity by targeted ablation of adipose tissue. Nat
Med 10:625-632

Arap W, Kolonin MG, Trepel M et al (2002) Steps toward
mapping the human vasculature by phage display. Nat Med
8:121-127

Ueberberg S, Meier JJ, Waengler C et al (2009) Generation of
novel single-chain antibodies by phage-display technology to
direct imaging agents highly selective to pancreatic beta- or alpha-
cells in vivo. Diabetes 58:2324-34

Pasqualini R, Arap W, Rajotte D, Ruoslathi E (2000) In vivo
selection of phage display libraries. In: Barbas C, Burton D,
Silverma G, Scott J (eds) Phage display: a laboratory manual.
Cold Spring Harbor Laboratory Press, New York, pp 22.1-
22.24

Giordano RJ, Marina CV, Lahdenranta J, Pasqualini R, Arap W
(2001) Biopanning and rapid analysis of selective interactive
ligands. Nat Med 7:1249-1253

Samli KN, McGuire MJ, Newgard CB, Johnston SA, Brown KC
(2005) Peptide-mediated targeting of the islets of Langerhans.
Diabetes 54:2103-2108

Joyce JA, Laakkonen P, Bernasconi M, Bergers G, Ruoslahti E,
Hanahan D (2003) Stage-specific vascular markers revealed by
phage display in a mouse model of pancreatic islet tumorigenesis.
Cancer Cell 4:393-403

Yao VJ, Yao VJ, Ozawa MG, Trepel M, Arap W, McDonald DM,
Pasqualini R (2005) Targeting pancreatic islets with phage display
assisted by laser pressure catapult microdissection. Am J Pathol
166:625-636



	In...
	Abstract
	Abstract
	Abstract
	Abstract
	Abstract
	Introduction
	Methods
	Results
	Discussion
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /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 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /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 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e5c4f5e55663e793a3001901a8fc775355b5090ae4ef653d190014ee553ca901a8fc756e072797f5153d15e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc87a25e55986f793a3001901a904e96fb5b5090f54ef650b390014ee553ca57287db2969b7db28def4e0a767c5e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020d654ba740020d45cc2dc002c0020c804c7900020ba54c77c002c0020c778d130b137c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor weergave op een beeldscherm, e-mail en internet. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for on-screen display, e-mail, and the Internet.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <FEFF004a006f0062006f007000740069006f006e007300200066006f00720020004100630072006f006200610074002000440069007300740069006c006c0065007200200037000d00500072006f006400750063006500730020005000440046002000660069006c0065007300200077006800690063006800200061007200650020007500730065006400200066006f00720020006f006e006c0069006e0065002e000d0028006300290020003200300031003000200053007000720069006e006700650072002d005600650072006c0061006700200047006d006200480020>
  >>
  /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
      /ConvertColors /ConvertToRGB
      /DestinationProfileName (sRGB IEC61966-2.1)
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing false
      /UntaggedCMYKHandling /UseDocumentProfile
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


