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The homeodomain transcription factor Pdx-1 has important roles in pancreas and islet development as well as in �-cell function
and survival. We previously reported that Pdx-1 overexpression stimulates islet cell proliferation, but the mechanism remains
unclear. Here, we demonstrate that overexpression of Pdx-1 triggers proliferation largely by a non-cell-autonomous mechanism
mediated by soluble factors. Consistent with this idea, overexpression of Pdx-1 under the control of a �-cell-specific promoter
(rat insulin promoter [RIP]) stimulates proliferation of both � and � cells, and overexpression of Pdx-1 in islets separated by a
Transwell membrane from islets lacking Pdx-1 overexpression activates proliferation in the untreated islets. Microarray and
gene ontology (GO) analysis identified inhibin beta-B (Inhbb), an activin subunit and member of the transforming growth fac-
tor � (TGF-�) superfamily, as a Pdx-1-responsive gene. Overexpression of Inhbb or addition of activin B stimulates rat islet cell
and �-cell proliferation, and the activin receptors RIIA and RIIB are required for the full proliferative effects of Pdx-1 in rat is-
lets. In human islets, Inhbb overexpression stimulates total islet cell proliferation and potentiates Pdx-1-stimulated prolifera-
tion of total islet cells and � cells. In sum, this study identifies a mechanism by which Pdx-1 induces a soluble factor that is suffi-
cient to stimulate both rat and human islet cell proliferation.

Type 1 and type 2 diabetes ultimately arise from loss of func-
tional islet �-cell mass (1–3). Islet transplantation and phar-

maceutical activation of �-cell regeneration have been considered
strategies for treatment of these diseases, but both approaches are
hindered by the lack of druggable pathways that reliably induce
human �-cell replication (4). Furthermore, factors that induce
�-cell growth must do so without altering key �-cell functions,
such as glucose-stimulated insulin secretion (GSIS), or causing
cellular or DNA damage (5). For example, overexpression of cy-
clin D or cyclin-dependent kinase 6 (CDK6) induces human
�-cell proliferation with retention of function (6) but leads to
DNA damage, as measured by staining for �-H2A member his-
tone family member X (�-H2AX) (5).

Our laboratory has demonstrated that Pdx-1 and Nkx6.1, two
homeobox domain transcription factors well known for key roles
in islet �-cell development, activate proliferation when overex-
pressed in rat or human islets while maintaining and enhancing
GSIS, respectively (7–10). Importantly, the increase in prolifera-
tion induced by either factor has little to no impact on �-H2AX
expression, suggesting that these factors engage “safe” pathways of
islet cell replication. In adult islets, Pdx-1 expression is restricted
to � and � cells, and Nkx6.1 expression is restricted to � cells.
Importantly, expression of these transcription factors is low or
absent in nonislet cells, except in the central nervous system, sug-
gesting that deeper knowledge of the molecular pathways that they
activate might be an entrée to development of islet cell-specific
proliferative agents.

These positive features of Nkx6.1- and Pdx-1-mediated islet
cell replication have led us to explore the pathways by which they
engage the core cell cycle machinery (7–10). In our previous stud-
ies using adenovirus vectors containing the constitutive cytomeg-
alovirus (CMV) promoter to drive transgene expression, we
found that Nkx6.1 overexpression in rat islets causes almost ex-
clusive proliferation of � cells, whereas Pdx-1 overexpression ac-

tivates both �- and �-cell replication (7, 9, 10). Here, we sought to
understand the molecular pathway by which Pdx-1 overexpres-
sion activates both �- and �-cell replication. We found that Pdx-1
overexpression exerts its effects on islet cell replication via a non-
cell-autonomous mechanism involving induction of a secreted
soluble factor or factors. The transforming growth factor �
(TGF-�) family member inhibin beta-B (Inhbb) is identified as
one factor mediating the proliferative effect of Pdx-1.

MATERIALS AND METHODS
Cell culture and reagents. Pancreatic islets were isolated from male
Wistar rats and cultured as previously described (7, 11, 12) under a pro-
tocol approved by the Duke University Institutional Animal Care and Use
Committee. Human islets were obtained from the Integrated Islet Distri-
bution Program (http://iidp.coh.org).

For activin ligand studies, rat or human islets were treated with recom-
binant activin B (R&D Systems) at 100 ng/ml for 72 h. Fresh medium and
ligand were added each day. For activin neutralization studies, recombi-
nant human or mouse activin receptor Fc chimeras (AcRIIA and AcRIIB;
R&D Systems) or a tumor necrosis factor alpha (TNF-�) receptor Fc
chimera (R&D Systems) was added to rat islet culture medium at 100
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ng/ml. Fresh medium and recombinant chimera protein were added each
day. In all experiments, ethynyl deoxyuridine (EdU) was added 18 h prior
to cell harvest.

Use of recombinant adenoviruses. For gene overexpression studies,
cytomegalovirus (CMV) promoter-driven recombinant adenoviruses
containing mouse Pdx-1 (AdCMV-mPdx-1), bacterial �-galactosidase
(AdCMV-�-Gal), or green fluorescent protein (GFP; AdCMV-GFP) were
constructed and used as described previously (8, 9, 13). We constructed
CMV promoter-driven adenoviruses containing human Pdx-1 (hPdx-1),
rat Noggin, rat Bmp3, rat Fstl5, and rat Inhbb by cloning the cDNA con-
structs into a pAdTrack shuttle vector and using the Ad-Easy system to
generate the recombinant adenoviruses, as previously described (14). The
use of the pAdTrack shuttle vector allowed us to track the transduced cells
with GFP as this vector also contains a separate CMV promoter that drives
the expression of GFP.

We also generated a new Tet-On inducible �-cell-specific adenoviral
system. We cloned mouse Pdx-1 into the HindIII site of plasmid GO791,
an inducible and �-cell-specific adenoviral shuttle vector. This pShuttle-
based dual-cassette vector utilizes the rat insulin I promoter (RIP) to
directly drive expression of the Tet-On activator (Clontech) (see Fig. 2D).
Upon activation with doxycycline (Dox), expressed Tet-On activates the
upstream inducible promoter, stimulating expression of Pdx-1 or other
cDNA inserts.

Pools of 200 islets were cultured in 2 ml of RPMI medium (10% fetal
calf serum, [FCS] and 7.8 mM glucose), treated with viruses at a concen-
tration of �2 � 109 particles/ml medium for 18 h, and then cultured in
virus-free medium until the islets were collected for assays at 78 h
postransduction unless otherwise indicated. To activate the inducible
Tet-On system, islets were cultured in medium containing 100 ng/ml
doxycycline for 102 h following the 18 h of incubation with adenovirus,
and fresh doxycycline was added each day.

Gateway entry plasmids were obtained from the DNASU plasmid repos-
itory (15) for Artn (MmCD00081334), BDNF (HsCD00039652), Gdf11
(MmCD00083502), GFRA3 (HsCD00039690), IGSF1 (HsCD00082225),
INHBB (HsCD00042725), NMB (HsCD00505263), RET (HsCD00506047),
SCUBE1 (HsCD00297185), TNFRSF11B (HsCD00041216), and WNT4
(HsCD00512640) and were used to generate adenoviruses under the con-
trol of the CMV promoter as previously described (16).

All recombinant adenoviruses were shown to be E1A deficient using a
reverse transcription-PCR (RT-PCR) screen as previously described (17).

Transwell assay. Rat islets were left untreated or transduced with ad-
enovirus in normal medium for 18 h as described above. After 18 h of
incubation with adenovirus, islets were washed three times in serum-free
(SF) medium (RPMI medium with 7.8 mM glucose) to remove serum and
remaining viral particles. In the bottom of a 12-well plate, 50 untreated
islets were placed in 1 ml of SF medium containing EdU. In the Transwell
(3-�m pore size, polyethylene terephthalate [PET] membrane; Corning,
MA), 200 islets transduced with either AdCMV-�-Gal control or Ad-
CMV-mPdx-1 adenovirus were placed in 500 �l of SF medium containing
EdU for a total of 1.5 ml of SF medium per Transwell setup. The medium
was left unchanged for the remainder of the experiment. Islets from the
top and bottom of the Transwell chambers were harvested for real-time
PCR analysis and EdU incorporation at 78 h postransduction.

Glucose-stimulated insulin secretion. Islets were cultured in the
presence of activin B (100 ng/ml) or vehicle (0.3% bovine serum albumin
[BSA] in phosphate-buffered saline [PBS]) for 3 days. Insulin secretion
was measured at 2.5 and 16.7 mM glucose in triplicate groups of 25 islets
as previously described (18).

EdU incorporation and immunofluorescence staining. For EdU la-
beling, a 1:1,000 dilution of EdU-labeling reagent (Invitrogen) was added
to islet culture medium during the last 18 h of cell culture unless otherwise
specified. Islets were harvested and processed for immunofluorescence
analyses as previously described (9). Briefly, islets were dispersed using
trypsin-EDTA, plated on poly-D-lysine-coated coverslips (BD Biosci-
ences), and fixed using neutral buffered formalin. EdU was detected using

a Click-iT 555 kit (Invitrogen) according to the manufacturer’s protocol.
For predispersed islet cell assays, islets were isolated and treated with
Accutase (Gibco) to achieve a single-cell suspension. Islet cells were then
counted and plated on human bladder carcinoma (HTB9) cell matrix-
coated (19) or poly-D-lysine-coated 96-well plates (Corning) for 16 h
before virus or peptide treatment. For antibody staining, dispersed islet
cells were incubated overnight with anti-guinea pig insulin (catalog num-
ber A0564; Dako), anti-mouse glucagon (251754; Abbiotec), anti-rabbit
�-H2AX (9718; Cell Signaling), anti-rabbit cleaved caspase-3 (9664; Cell
Signaling), or anti-rabbit Pdx-1 (ab47467; Abcam) antibody, followed by
detection with secondary antibodies. The cells were counterstained with
4=,6-diamidino-2-phenylindole (DAPI). Images were captured and ana-
lyzed using either OpenLab software and ImageJ software or a Cellomics
ArrayScan VTI High-Content (HC) cell-based imaging system (Thermo).

Measurement of RNA levels. RNA was isolated using an RNeasy kit
(Qiagen), and cDNA was made using iScript (Bio-Rad). Real-time PCR
assays were performed using a ViiA7 detection system and software (Ap-
plied Biosystems). The primers used for rat cyclin D1 (CCND1), rat
CCND2, human peptidylprolyl isomerase A (PPIA), human Pdx-1
(hPdx-1), human CCND1, and human CCND2 were TaqMan-based As-
says on Demand (Applied Biosystems). All other primers were designed
and used with SYBR green (Bio-Rad). Primer sequences are available
upon request. All rat islet mRNA levels were normalized to endogenous
cyclophilin levels, and all human islet mRNA levels were normalized to
the PPIA level.

Immunoblot analysis. Cells or islets were harvested and lysed in ice-
cold radioimmunoprecipitation assay (RIPA) buffer (Sigma) containing
protease (BD Biosciences) and phosphatase (Sigma) inhibitors. Lysates
were precleared by centrifugation (13,000 rpm at 4°C for 10 min), re-
solved on 4 to 12% NuPAGE gels (Invitrogen), and transferred to polyvi-
nylidene difluoride (PVDF) membranes. The membranes were blocked
with 5% milk in Tris-buffered saline with 0.1% Tween (TBS-T) for 30
min, followed by overnight incubation at 4°C with the following diluted
primary antibodies: Pdx-1 (catalog number 47267; Abcam) and �-tubulin
(catalog number T5326; Sigma). Goat anti-mouse IRDye 800CW (1:
10,000) and Alexa Fluor 680 – goat anti-rabbit IgG (1:10,000) antibodies
were used to detect primary antibodies using an Odyssey CLx system
(Li-Cor).

Statistical analysis. Data are presented as means 	 standard errors of
the means (SEM). For statistical significance analysis, a two-tailed t test
was used. For multiple group comparisons, analysis of variance (ANOVA)
with a Bonferroni posttest was used. P values of less than 0.05 were con-
sidered significant.

RESULTS
Pdx-1-stimulated islet cell proliferation occurs in cells that do
not overexpress Pdx-1. We have previously demonstrated that
adenovirus-mediated overexpression of Pdx-1 in rat pancreatic
islets under the control of a constitutive (CMV) promoter stimu-
lates both �- and �-cell proliferation (9). Here, we sought to de-
termine if Pdx-1 activates proliferation via a cell-autonomous
mechanism. We first treated rat islets with the adenovirus-con-
taining mouse Pdx-1 cDNA under the control of the CMV pro-
moter (AdCMV-mPdx-1) as used in our previous study (9).
Following treatment with this virus or a control virus (AdCMV-
�-Gal), we measured EdU incorporation and stained for Pdx-1
expression. Treatment with AdCMV-mPdx-1 resulted in an over-
all increase in EdU incorporation of 6-fold relative to that in
AdCMV-�-Gal-treated cells (from 0.8% 	 0.3% EdU-positive
[EdU
] cells to 5.5% 	 0.9% positive cells), similar to what we
have reported previously (9). We found that most of the EdU-
positive (proliferating) cells in the culture were not those with
bright Pdx-1 staining due to overexpression but, rather, were the
adjoining cells with low, presumably endogenous Pdx-1 expres-
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sion (Fig. 1A). Quantification of signals in multiple images similar
to the image shown in Fig. 1A revealed that the majority (approx-
imately 75%) of the proliferating cells (EdU
) from islets treated
with the AdCMV-mPdx-1 adenovirus did not overexpress Pdx-1
(Fig. 1B).

We next constructed a new adenovirus vector containing both
CMV-hPdx-1 (human Pdx-1 cDNA) and CMV-GFP expression
cassettes (AdCMV-hPdx-1/CMV-GFP). Using this vector, GFP
expression identifies adenovirus-transduced cells that coexpress
GFP and hPdx-1, while EdU incorporation identifies proliferating
cells. Figure 1C shows images of dispersed rat islets transduced
with recombinant adenovirus either lacking the Pdx-1 cDNA
(GFP control; top panels) or containing both the human Pdx-1
and GFP transgenes (GFP hPdx-1; bottom panels). Treatment
with the AdCMV-hPdx-1/CMV-GFP virus resulted in an overall
6-fold increase of EdU incorporation compared to the level in the
GFP control virus (from 1% 	 0.1% EdU-positive cells to 6.2% 	
0.4% EdU-positive cells), similar to results with the AdCMV-
mPdx-1 adenovirus system. Consistent with the findings shown in

Fig. 1B, we found that 80% of the EdU-positive (proliferating)
cells in the culture were negative for GFP staining, showing that
these cells were not transduced with the AdCMV-hPdx-1/CMV-
GFP adenovirus (Fig. 1C and D). Thus, these two independent sets
of experiments using two different adenovirus vectors strongly
suggest that Pdx-1 induces expression of a soluble factor that stim-
ulates proliferation of adjoining rat islet cells.

�-Cell-specific overexpression of mPdx-1 stimulates both
�-cell and �-cell proliferation. We next tested if �-cell-specific
overexpression of Pdx-1 is sufficient to drive both �- and �-cell
replication. To accomplish this, we developed an adenovirus vec-
tor containing a Tet-On inducible rat insulin promoter (RIP) to
express Pdx-1 (AdRIP-mPdx-1) only in insulin-positive � cells.
We first validated the cell type specificity of this new system using
immunofluorescence to detect colocalization of Pdx-1 with insu-
lin or glucagon (Fig. 2A and B). The data shown in Fig. 2C indicate
that in the presence of doxycycline (Dox; 100 ng/ml), 10% of total
cells and 15% of � cells overexpressed mPdx-1, whereas less than
0.5% of � cells overexpressed mPdx-1. The Tet-On inducible pro-

FIG 1 Cell-extrinsic effect of Pdx-1 to promote islet cell proliferation. (A and B) Primary rat islets were treated with AdCMV-�-Gal or AdCMV-mPdx-1
adenovirus for 96 h, and EdU was added during the last 18 h of incubation. Rat islets were dispersed, fixed, and stained for EdU and Pdx-1 (EdU and Pdx-1
expression is indicated by red and green staining, respectively). EdU incorporation in islet cells following exposure to AdCMV-�-Gal (A, top panel) or
AdCMV-mPdx-1 (A, bottom panel) was visualized using a fluorescence microscope (arrows indicate EdU
 cells that overexpress mPdx-1). The percentage of
proliferating cells (EdU
) with endogenous or overexpressed Pdx-1 was quantitated using ImageJ software. The data represent the means and SEM of three
independent experiments. ***, P � 0.001. (C and D) Primary rat islets were treated with AdCMV-GFP or AdCMV-Pdx-1 for 96 h, and EdU was added during
the last 18 h of incubation. Rat islets were dispersed, fixed, and stained for DAPI, EdU, and GFP (EdU and GFP expression is indicated by red and green staining,
respectively; DAPI staining is not shown). EdU incorporation for GFP control (C, top panel) and GFP hPdx-1 (C, bottom panel) treatments was visualized using
a fluorescence microscope (arrows indicate cells coexpressing EdU and GFP). The percentage of proliferating cells (EdU
) that were positive (GFP
) or negative
(GFP�) for GFP expression following treatment with GFP hPdx-1 adenovirus was quantitated using ImageJ software. The data represent the means and SEM of
three independent experiments. **, P � 0.01.
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moter was tightly regulated as no Pdx-1 was detected in the ab-
sence of Dox (Fig. 2C and 3A). We further characterized this new
system by measuring Pdx-1 mRNA, Pdx-1 protein, and EdU in-
corporation in islets treated with the AdRIP-mPdx-1 or AdCMV-
mPdx-1 system. AdRIP-mPdx-1 and Dox treatment of rat islets
caused similar increases in Pdx-1 mRNA and protein levels as did

treatment with AdCMV-mPdx-1 (Fig. 2E and F), and both Ad-
RIP-mPdx-1 and AdCMV-mPdx-1 induced a robust increase in
EdU incorporation compared to levels in their respective controls
(Fig. 3).

After validation of the new inducible system, we tested if
�-cell-specific overexpression of Pdx-1 stimulates prolifera-

FIG 2 Tet-On inducible expression of RIP-mPdx-1 is specific to � cells. (A and B) Primary rat islets were treated with an adenovirus containing a Tet-On
inducible rat insulin promoter upstream of mPdx-1 (RIP-mPdx-1) for 120 h. Doxycycline (Dox; 100 ng/ml) was added (Dox
) to one set of islets transduced with
RIP-mPdx-1 to turn on gene expression (Dox was replenished each day). The islets that did not receive Dox (Dox�) served as a control. Rat islets were dispersed,
fixed, and stained for Pdx-1 and insulin (A) or Pdx-1 and glucagon (B), followed by visualization using a fluorescence microscope (arrows indicate Pdx-1 and
insulin costaining). (C) The percentage of total cells, � cells, and � cells overexpressing mPdx-1 was quantitated using ImageJ software. The data represent the
means and SEM of three independent experiments. **, P � 0.001. (D) Overview of plasmid GO791, an inducible �-cell-specific adenoviral shuttle vector,
comprised of a dual-expression cassette cloned between the adenoviral left-hand inverted terminal repeat (LITR) and right arm of pShuttle (shown in red)
(Agilent Technologies). RIP controls expression of the Tet-On transcription factor. Upon activation with doxycycline, the Tet-On monomer activates the
upstream inducible promoter, stimulating expression of Pdx-1. TRE, Tet response element; MIN, minimal promoter; PA, polyadenylation signal. (E) Primary rat
islets were treated with AdCMV-�-Gal or AdCMV-mPdx-1 for 96 h or Tet-On inducible AdRIP-mPdx-1 for 120 h. Doxycycline (Dox; 100 ng/ml) was added
daily to one set of islets transduced with RIP-mPdx-1 to turn on Pdx-1 expression. EdU was added during the last 18 h of incubation. Quantitative reverse
transcription-PCR (qRT-PCR) was used to measure mRNA levels of mPdx-1 (RQ, relative quantity). The data represent the means and SEM of three indepen-
dent experiments. **, P � 0.01 compared to the level in the �-Gal control. (F) Pdx-1 protein levels were measured by immunoblot (IB) analysis in the absence
(�) or presence (
) of doxycycline, using �-tubulin as a loading control. The immunoblot is representative of three independent experiments. INS, insulin;
GCG, glucagon.
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tion of islet � and � cells as previously observed with a CMV-
driven Pdx-1 expression system. The images in Fig. 4A show
EdU incorporation after treatment of islets with AdRIP-
mPdx-1 in the presence of Dox. The � and � cells were identi-
fied by insulin and glucagon staining, respectively (Fig. 4A,
white arrows indicate EdU
 � cells, and yellow arrows indicate

EdU
 � cells). In the presence of Dox, � cell-specific overex-
pression of mPdx-1 stimulated a clear increase in proliferation
of both � cells and � cells (Fig. 4B and C). These data show that
overexpression of Pdx-1 specifically in � cells induces prolifer-
ation of multiple islet cell types, consistent with the generation
of a secreted, soluble factor.

FIG 3 �-Cell-specific overexpression of mPdx-1 stimulates rat islet cell proliferation. Primary rat islets were treated with AdCMV-�-Gal or AdCMV-mPdx-1 for
96 h or Tet-On inducible AdRIP-mPdx-1 for 120 h. Doxycycline (Dox; 100 ng/ml) was added daily to one set of islets transduced with RIP-mPdx-1 to turn on
Pdx-1 expression. EdU was added during the last 18 h of incubation. (A) Rat islets were dispersed, fixed, and stained for EdU and Pdx-1 (EdU and Pdx-1 are
indicated by red and green staining, respectively). EdU incorporation for AdCMV-�-Gal control, AdCMV-mPdx-1, RIP-mPdx-1 without Dox (Dox�; control),
and RIP-mPdx-1 with Dox (Dox
) treatments was visualized using a fluorescence microscope. (B) The percentage of EdU
 cells for each treatment was
quantitated using ImageJ software. Data represent the means and SEM of three independent experiments. ns, not significant; **, P � 0.001 compared to the level
for the �-Gal control.

FIG 4 �-Cell-specific overexpression of mPdx-1 stimulates both �- and �-cell proliferation. Primary rat islets were treated with Tet-On inducible AdRIP-
mPdx-1 for 120 h. Doxycycline (Dox; 100 ng/ml) was added daily to one set of islets transduced with RIP-mPdx-1 to turn on Pdx-1 expression. EdU was added
during the last 18 h of incubation. Rat islets were dispersed, fixed, and stained for DAPI, EdU, insulin, and glucagon (indicated by blue, green, and red staining,
respectively). (A) EdU incorporation for RIP-mPdx-1 Dox� (images not shown) and Dox
 treatments was visualized using a fluorescence microscope (white
arrows indicate proliferating insulin-positive cells, and yellow arrows indicate proliferating glucagon-positive cells). (B and C) The percentages of � cells (B) and
� cells (C) expressing EdU for each treatment were quantitated using ImageJ software. The data represent the means and SEM of three independent experiments.
**, P � 0.01; ***, P � 0.001.
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Pdx-1 overexpression induces a soluble factor that stimu-
lates islet cell proliferation. To further validate the soluble factor
hypothesis, we used a transwell assay system in which untreated
(acceptor) islets were cocultured with donor islets pretreated with
AdCMV-�-Gal control or AdCMV-Pdx-1 virus, with the acceptor
and donor islets separated by a membrane barrier (schematic
shown in Fig. 5A). Importantly, the membrane (3-�m pore size)
allows the free exchange of proteins and other factors while
preventing cell-cell contact. Although virus-treated donor is-
lets were washed repeatedly prior to an experiment (see Mate-
rials and Methods), it remained possible that remnant viral
particles diffused from donor to acceptor islets across the bar-
rier. To eliminate this possibility, we measured Pdx-1 mRNA
levels in the donor and acceptor islets. As expected, Fig. 5B
shows that only the donor islets transduced with CMV-Pdx-1
had increased Pdx-1 mRNA levels, whereas untreated acceptor
islets maintained endogenous Pdx-1 levels (comparable to
those of the AdCMV-�-Gal donor control). AdCMV-mPdx-1
treatment of the donor islets increased their total EdU incor-
poration by approximately 4-fold compared to the level in the
AdCMV-�-Gal-treated donor islets (Fig. 5C). In the untreated
acceptor islets, a significant 2-fold increase in EdU
 cells was
observed in islets paired with AdCMV-Pdx-1 donor islets rel-
ative to islets paired with AdCMV-�-Gal donor islets (Fig. 5D).

These findings are consistent with Pdx-1-mediated induction
of a soluble factor(s) that traverses the Transwell membrane to
activate islet cell replication.

Identification of candidate soluble factors by microar-
ray/GO analysis and RT-PCR. To identify potential soluble fac-
tors that are regulated by Pdx-1, we performed gene ontology
(GO) analysis on our previously published microarray data col-
lected from rat islets that were transduced with the AdCMV-
mPdx-1 adenovirus for 48 h (9). We identified 21 candidate solu-
ble factors and two transmembrane receptors induced by Pdx-1
overexpression (Table 1). We selected 12 of these genes for further
study, including four TGF-� superfamily genes, namely, noggin
(Nog), bone morphogenetic protein 3 (Bmp3), follistatin-like 5
(Fstl5), and inhibin beta-B (Inhbb). Also included were the inter-
acting receptor subunits Gfra3 and Ret and the Gfra3 ligand arte-
min (Artn); the Artn/Gfra3/Ret ligand/receptor system has been
implicated in regulation of cell proliferation in nonislet cells (20,
21). We also performed studies on one additional TGF-� super-
family gene that was downregulated in the microarray analysis,
Tnfrsf11b/osteoprotegerin, based on a recent report of its prolif-
erative activity in rodent and human islets (22). Measurement of
mRNA levels for all 12 of these genes in rat islets transduced with
AdCMV-mPdx-1 by quantitative RT-PCR (qRT-PCR) confirmed
significant upregulation of Nog, Bmp3, Fstl5, Inhbb, Artn, Bdnf,

FIG 5 Pdx-1 produces a soluble factor(s) that stimulates rat islet cell proliferation. Primary rat islets were left untreated or treated with AdCMV-�-Gal or
AdCMV-mPdx-1 adenovirus. After overnight adenoviral treatment, islets were washed three times with serum-free (SF) medium containing 0.1% BSA to
remove serum and adenoviral particles. Untreated islets (50 islets; acceptor islets) were placed in the bottom of a 12-well plate containing 1 ml of SF medium and
EdU, and islets treated with either AdCMV-�-Gal (200 islets; donor islets) or AdCMV-mPdx-1 (200 islets; donor islets) adenovirus were placed in the upper
chamber of a Transwell (3-�m pore size) containing 500 �l of medium and EdU. Islets were cultured for 72 h without medium changes. (A) Schematic of
experimental setup. (B) Quantitative reverse transcription-PCR (qRT-PCR) was used to measure Pdx-1 mRNA levels (RQ, relative quantity). The data represent
the means and SEM of three independent experiments. **, P � 0.01 compared to the level for the AdCMV-�-Gal control. (C and D) Rat islets were dispersed,
fixed, and stained for DAPI, EdU, and Pdx-1. The percentages of donor islet cells (C) and acceptor islet cells (D) expressing EdU for each treatment were
quantitated using ImageJ software. The data represent the means and SEM of six independent experiments. *, P � 0.05; ***, P � 0.001.
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Scube1, Gfra3, and Nmb compared to levels in rat islets trans-
duced with AdCMV-�-Gal (Fig. 6A). In contrast, Igsf1 and Ret
levels tended to increase without achieving statistical significance,
and Tnfrsf11b/osteoprotegerin mRNA levels were unchanged in
response to Pdx-1 overexpression.

Screening of candidate soluble factors by adenovirus-medi-
ated overexpression. We next constructed recombinant adenovi-
ruses containing cDNAs encoding all 12 of the genes characterized
in Fig. 6A, under the control of the CMV promoter, and con-
firmed transgene expression from all of these vectors (data not
shown). We used dispersed rat islet cells for this screen rather than
intact rat islets as a more efficient method for testing multiple
vectors. Dispersed rat islet cells were treated with each of the re-
combinant adenoviruses as well as the AdCMV-Pdx-1 or Ad-
CMV-�-Gal control virus, followed by measurement of EdU in-
corporation into total islet cells (Fig. 6B) or into islet � cells
identified by insulin coexpression (Fig. 6C). Overexpression of
noggin, Bmp3, Fstl5, Artn, Bdnf, Scube1, Gfra3, Nmb, Igsf1, or
Ret did not enhance total islet cell or �-cell EdU incorporation,
and these factors were not studied further. In addition to the ex-
pected increase in total islet cell and �-cell proliferation in re-
sponse to Pdx-1 overexpression, two of the selected target genes,
osteoprotegerin (Tnfrsf11b) and the activin/inhibin subunit in-
hibin-beta B (Inhbb), were sufficient to activate rat �-cell prolif-
eration when overexpressed. Because the proliferative effect of
osteoprotegerin has recently been reported by another group (22)
and given that this gene was not upregulated by Pdx-1 overexpres-
sion in our microarray and qRT-PCR experiments, we focused
our further studies on Inhbb.

The impact of overexpressed Inhbb was studied in more detail
by comparing effects in intact rat islets to those in predispersed rat
islet cells, both in the presence and absence of co-overexpression

of Pdx-1. For experiments using two adenoviruses per condition,
we controlled for similar adenovirus titers among groups by mea-
suring the percentage of GFP-positive (GFP
) cells and also con-
firmed that levels of Pdx-1 expression were the same across the
islet groups (data not shown). We confirmed that overexpression
of Inhbb was sufficient to activate total islet cell and �-cell prolif-
eration in dispersed islet cell preparations, and we demonstrated
that Inhbb overexpression potentiated the proliferative effect of
Pdx-1 overexpression (Fig. 7B). In intact rat islets, the ability of
Inhbb to potentiate Pdx-1-mediated total islet cell and �-cell pro-
liferation was again evident, but Inhbb alone did not activate pro-
liferation in the intact islet setting (Fig. 7A). We do not know why
Inhbb overexpression is sufficient to activate islet cell proliferation
in dispersed islet cells but not intact islets. One possibility is that
dispersed islet cells are plated on HTB9 matrix, whereas no matrix
is provided for intact islets. The matrix may have provided acces-
sory factors that enhance/enable proliferative effects of overex-
pressed Inhbb. It is also possible that viral transduction efficiency
was higher in dispersed islet cells than in intact islets or that dis-
persal of islet cells by Accutase treatment disrupted proteins at the
cell surface needed for mediating the effects of overexpressed In-
hbb. Further studies will be required to resolve this issue.

We have previously demonstrated that Pdx-1 upregulates cy-
clins D1 and D2, and we have also shown that the cyclin D/cdk4
complex is necessary for Pdx-1-stimulated proliferation (9). Here,
we investigated if coexpression of Inhbb and Pdx-1 further alters
the expression of cyclins D1 and D2. Cooverexpression of Inhbb
and Pdx-1 in intact rat islets increased cyclin D1 mRNA levels
above the already elevated levels in islets expressing Pdx-1 alone
(Fig. 7C) but did not affect the level of cyclin D2 (Fig. 7D). Thus,
Inhbb-mediated enhancement of the proliferative effect of Pdx-1
may be mediated by increased cyclin D1 expression.

TABLE 1 Secreted factors and transmembrane receptors upregulated by Pdx-1 overexpressiona

Symbol Description Fold change

Nog Noggin, Nog 11.72
Cbln2 Cerebellin 2 precursor protein, Cbln2 6.66
Igfbp3 Insulin-like growth factor binding protein 3, Igfbp3 6.56
Adamts4 ADAM metallopeptidase with thrombospondin type 1 motif, 4 6.11
Gfra3 Glial cell line-derived neurotrophic factor family receptor alpha 3, Gfra3 5.34
Bmp3 Bone morphogenetic protein 3, Bmp3 5.07
Fstl5 Follistatin-like 5, Fstl5 4.97
Thsd7a Thrombospondin, type I, domain containing 7A 4.16
Mmp16 Matrix metallopeptidase 16, Mmp16 4.15
Nmb Neuromedin B precursor—rat, RGD1562710 4.12
Scube1 Signal peptide, CUB domain, EGF-like 1, Scube1b 3.49
Nid2 Nidogen 2, Nid2 3.4
Fam19a5 Family with sequence similarity 19 (chemokine [C-C motif]-like), member A5, Fam19a5 2.88
Serpini1 Serine (or cysteine) peptidase inhibitor, clade I, member 1, Serpini1 2.88
Col4a5 Collagen, type IV, alpha 5, Col4a5 2.63
Spata6 Spermatogenesis-associated 6, Spata6 2.6
Ret Proto-oncogene 2.31
F13a1 Coagulation factor xiii, a1 subunit, F13a1 2.3
Bdnf Brain-derived neurotrophic factor, Bdnf 2.23
Igsf1 Immunoglobulin superfamily, member 1, Igsf1 (isoform 3) 2.17
Vwa5b1 von Willebrand factor A domain containing 5B1 2.16
Inhbb Inhibin beta-B, Inhbb 2.16
Cp Ceruloplasmin, Cp 2.12
a Rat islets were treated with AdCMV-�-Gal or AdCMV-Pdx-1 for 48 h. RNA from the treated islets was harvested for microarray analysis (11). GO analysis was then performed on
the microarray data. This analysis identified 21 secreted factors and two transmembrane receptors that are upregulated by Pdx-1 overexpression.
b CUB, complement, Uegf, Bmp1; EGF, epidermal growth factor.
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Activin B and activin receptors mediate Pdx-1-stimulated is-
let cell proliferation. The inhibin genes (i.e., the Inha, Inhba, and
Inhbb genes) can produce several soluble homodimeric and het-
erodimeric ligands, including activin A, activin B, and activin AB,
but only activin B is a homodimer comprised exclusively of In-
hbb-encoded subunits (23, 24). We therefore investigated the ef-
fect of activin B alone or in combination with Pdx-1 overexpres-
sion on rat islet cell proliferation. Recombinant activin B protein
caused a clear increase in EdU incorporation into total islet cells
and islet � cells, both in intact (Fig. 8A) and dispersed (Fig. 8B)
islets. Activin B also potentiated the proliferative effect of Pdx-1
overexpression in both intact and dispersed rat islet preparations
(Fig. 8A and B).

To investigate if activin signaling is important for Pdx-1-stim-
ulated �-cell proliferation, we used recombinant activin receptor
Fc chimeras (AcRIIA and AcRIIB). These recombinant chimeras
consist of the activin receptor ligand-binding domains fused to Fc

and serve as dominant negative reagents by neutralizing activin
ligands in the culture medium. The Fc-RIIB chimera blocked the
�-cell-proliferative effect of AdCMV-hPdx-1 treatment to an ex-
tent similar to that obtained by coincubation with mouse Fc-RIIB
(mFc-RIIB) and human Fc-RIIA (huFc-RIIA), whereas a control
Fc chimera against TNF-� had no effect (Fig. 8C). These data
suggest that activin signaling is necessary for the full proliferative
effect of overexpressed Pdx-1.

Activin B has no damaging effects on glucose-stimulated
insulin secretion, insulin content, or markers of cell stress/sur-
vival. Some agents that stimulate islet cell proliferation can simul-
taneously damage islets by causing impairment of glucose-stimu-
lated insulin secretion (GSIS), decreased insulin content, or
activation of DNA damage and programmed cell death (5, 25, 26).
These effects have not been observed when Pdx-1 or Nkx6.1 over-
expression is used to activate islet cell replication (9–12), but it
remains possible that Inhbb or activin B treatment could have

FIG 6 Identification and screening of candidate soluble factors induced by Pdx-1 overexpression. A subset of the genes identified by microarray and GO analysis
that encode candidate soluble factors induced by Pdx-1 (Table 1) was studied further by RT-PCR and overexpression. (A) Primary rat islets were treated with
AdCMV-mPdx-1 or Ad-CMV-�-Gal or AdCMV-GFP control adenovirus for 48 h. Quantitative reverse transcription-PCR (qRT-PCR) was used to measure
mRNA levels of the indicated genes (RQ, relative quantity). Data represent the means and SEM of two to three independent experiments. (B and C) Primary rat
islets were dispersed into a single-cell suspension and seeded onto an HTB9 matrix-coated 96-well plate for 16 h before treatment with adenoviruses encoding
the indicated cDNAs, the Ad-CMV-�-Gal control virus, or the AdCMV-GFP control adenovirus for 96 h, and EdU was added during the last 18 h of incubation.
Cells were then fixed and stained for DAPI, EdU, and insulin. EdU incorporation into total islet cells (B) or insulin-positive � cells (C) were visualized and
quantitated using the Cellomics ArrayScan VTI high-content imaging system. *, P � 0.05; **, P � 0.01; ***, P � 0.001, compared to the level for �-Gal or the GFP
control.
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such effects. Treatment of dispersed rat islet cells with activin B for
72 h had no effects on GSIS (Fig. 9A), insulin content (Fig. 9B),
expression of the DNA damage marker �-H2AX (Fig. 9C), or lev-
els of cleaved caspase-3 (Fig. 9D). Thus, activin B is an agent that
stimulates islet cell proliferation with no overt damaging side ef-
fects.

Overexpression of Inhbb stimulates human islet cell prolif-
eration. We have previously shown that Pdx-1 overexpression in
intact human islets causes a modest but statistically significant
increase in total islet cell proliferation as measured by [3H]thymi-
dine uptake (9). Here, we investigated the effects of Inhbb over-
expression in dispersed human islet cells using EdU incorporation
as the measure of proliferation. Inhbb overexpression caused a
significant increase in total islet cell proliferation (P � 0.001) but
not �-cell proliferation (P  0.06) (Fig. 10). Inhbb overexpression
also significantly potentiated Pdx-1-mediated total islet cell and
�-cell proliferation (Fig. 10).

DISCUSSION

Controlled expansion of functional �-cell mass could represent a
new therapeutic strategy for both major forms of diabetes, but
methods for stimulating human islet cell replication without dam-
age to islet function or health have been elusive. Recently, two
groups reported identification of small molecules that stimulate
human �-cell replication via inhibition of dual-specificity tyrosine
kinase-1a (DYRK1A) (27, 28). Because the utility of these mole-
cules for clinical intervention remains unknown, development of
alternative strategies should continue. In recent years, our group
has demonstrated that Nkx6.1 and Pdx-1 activate islet cell prolif-
eration pathways that are distinct and additive, such that the com-
bined overexpression of the two factors stimulates rodent islet cell
replication by more than 15-fold (7, 9, 10). Consistent with these

additive effects, there are several fundamental differences between
the mechanisms of Nkx6.1- and Pdx-1-mediated islet cell prolif-
eration. First, overexpression of Nkx6.1 from an adenovirus vec-
tor under the control of the constitutive CMV promoter (causing
expression in all islet cells) stimulates proliferation of only � cells,
whereas overexpression of Pdx-1 via the same vector stimulates
proliferation of both � and � cells (9). Second, Nkx6.1 stimulates
�-cell proliferation via activation of the Nr4a1 and Nr4a3 orphan
nuclear receptors, which in turn induce expression of the E2F1
and cyclin E cell cycle activators and suppress expression of the
p21cip cell cycle inhibitor (10). In contrast, Pdx-1-mediated pro-
liferation is induced at least in part by activation of transient re-
ceptor potential channel 3 (TRPC3) and TRPC6 calcium channels
leading to extracellular signal-regulated kinase 1 and 2 (ERK1/2)
and cyclin D activation (9). Consistent with these results, the cy-
clin D/cdk4 inhibitor PD0332991 blocks Pdx-1- but not Nkx6.1-
mediated islet cell proliferation (11).

Left unclear from our previous studies was the question of
whether Pdx-1 works in a cell-autonomous fashion to stimulate
proliferation only in islet cells in which it is overexpressed. Using
three separate adenovirus constructs, we show here that Pdx-1
stimulates islet cell proliferation at least in part through produc-
tion of a cell-extrinsic soluble factor(s). Using an inducible �-cell-
specific (RIP) virus, we found that expression of Pdx-1 in � cells
activates both �- and �-cell proliferation, suggesting that the pu-
tative soluble factor can originate in the � cell. We also used a
transwell assay to show that overexpression of Pdx-1 in islets sep-
arated by a membrane from islets lacking Pdx-1 expression acti-
vates proliferation in the untreated islets. Together, these results
demonstrate a novel non-cell-autonomous mechanism of Pdx-1-
stimulated islet cell proliferation.

We then used microarray and bioinformatics analyses to iden-

FIG 7 Effects of Inhbb overexpression on intact rat islets and dispersed rat islet cells. (A and B) Intact rat islets (A) or predispersed rat islet cells (B) were
treated with AdCMV-�-Gal, AdCMV-Inhbb, AdCMV-Pdx-1, or AdCMV-Pdx-1 plus AdCMV-Inhbb (see Materials and Methods for details). Intact rat
islet cells were dispersed, fixed, and stained for DAPI, EdU, and insulin and analyzed with a high-content imager. Predispersed rat islet cells were fixed,
stained, and analyzed in the same way. Data are representative of three independent experiments. *, P � 0.05; **, P � 0.01, ***, P � 0.001, compared to
the value for the �-Gal control. (C and D) Intact rat islets were treated with AdCMV-GFP, AdCMV-hPdx-1 plus AdCMV-GFP, or AdCMV-Pdx-1 plus
AdCMV-Inhbb adenoviruses for 96 h. qRT-PCR was used to measure mRNA levels of cyclin D1 or cyclin D2, as indicated (RQ, relative quantity). The data
represent the means and SEM of three independent experiments. *, P � 0.01, for a comparison of results between hPdx-1 plus GFP and hPdx-1 plus Inhbb.
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tify genes that are upregulated by Pdx-1 overexpression in rat islets
and that are predicted to encode soluble factors or transmem-
brane receptors with a potential role in cell replication. We found
two genes that are sufficient to induce proliferation in dispersed
rat islet cells, including osteoprotegerin (confirming a report by
another group [22]) and Inhbb.

Inhbb is a member of the TGF-� superfamily, consisting of
molecules that signal via the SMAD network (29). In the cur-

rent study, overexpression of Pdx-1 induced expression of four
TGF-� superfamily members, but among these, only Inhbb
enhanced islet cell proliferation. Inha, Inhba, and Inhbb are
three distinct genes that produce monomeric peptides (�, �-A,
and �-B) that form inhibin and activin dimers. The specific
dimers formed depend on the pairing of subunits and include
inhibin A (�- and �-A), inhibin B (�- and �-B), activin A (�-A
and �-�), activin B (�-B and �-B), and activin AB (�-A and
�-B) (23, 24).

FIG 8 Activin B and activin receptors mediate Pdx-1-stimulated islet cell
proliferation. (A and B) Intact rat islets or dispersed rat islet cells were treated
with AdCMV-�-Gal or AdCMV-mPdx-1 for 18 h and then cultured for an
additional 78 h in the absence (Ctrl) or presence of 100 ng/ml activin B. EdU
was added during the last 18 h of incubation. Cells were stained for DAPI, EdU,
and insulin and were visualized and quantitated with a high-content imager.
The data are representative of three independent experiments. (C) Dispersed
rat islet cells were treated with AdCMV-mPdx-1 or AdCMV-�-Gal adenovi-
rus. Recombinant activin receptor Fc chimeras (Fc-RIIA and Fc-RIIB; 100
�g/ml) or the control TNF-� receptor Fc chimera (Fc-TNF-�; 100 �g/ml) was
added each day (mock, culture medium alone). EdU was added during the last
18 h of culture, and the islets were harvested 96 h postransduction. Rat islet
cells were fixed and stained for DAPI, EdU, and insulin. EdU incorporation
was visualized and quantitated using a high-content imager. Data are repre-
sentative of three independent experiments. *, P � 0.05; **, P � 0.01; ***, P �
0.001.

FIG 9 Activin B has no damaging effects on �-cell viability and does not
interfere with �-cell function. (A and B) Primary rat islets were treated with
activin B (100 ng/ml) or vehicle (0.3% BSA in PBS) for 72 h. Insulin secretion
was measured in the presence of 3 or 16.7 mM glucose, and insulin content was
measured by enzyme-linked immunosorbent assay. (C and D) Primary rat
islets were dispersed into a single-cell suspension and seeded on HTB9 matrix-
coated 96-well plates. Cells were treated with activin B (100 ng/ml) or vehicle
(0.3% BSA in PBS) for 72 h, followed by fixation and staining with �-H2AX
and cleaved caspase-3 antibodies. Cells were visualized and quantified using a
high-content imager. ns, not significant.

FIG 10 Overexpression of Inhbb stimulates human islet proliferation. Hu-
man islets were dispersed and treated with AdCMV-Pdx-1 (Pdx-1) or
AdCMV-�-Gal in the absence (black bars) or presence (white bars) of AdCMV-
Inhbb. EdU was added during the last 18 h of incubation, and EdU incorpo-
ration into total islet cells (A) or islet � cells (B) was measured. Human islet
cells were fixed and stained for DAPI, EdU, and insulin and visualized and
quantitated with a high-content imager. *, P � 0.05; ***, P � 0.001, compared
to the value for the AdCMV-�-Gal control.
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Various effects of activins have been reported in pancreatic
islets. Activin A potentiates glucose-stimulated insulin secretion
in rat (30, 31) and human (32) islets at various glucose concentra-
tions. Activin A has also been reported to increase BrdU incorpo-
ration in rat � cells, but the effect of activin A on �-cell replication
was not studied (33). Activin A has also been used in combination
with various other factors to induce partial conversion of the exo-
crine cell line, AR42J, to insulin-producing cells (34), and more
recently, activins have emerged as important reagents in studies
seeking to convert human embryonic stem cells to � cells (35, 36).
In whole animals, one report has shown that treatment with
activin A and betacellulin increases �-cell mass and insulin
content while reducing plasma glucose levels in a streptozoto-
cin (STZ)-treated neonatal rat �-cell regeneration model (37).
�-Cell-specific overexpression of the inhibitory SMAD7 in
mice inhibits SMAD2/3 signaling in the activin/TGF-� path-
way, leading to decreased insulin content and serum insulin
as well as impaired glucose tolerance, thereby suggesting a role
of the TGF-� pathway in regulating functional �-cell mass
(38). Furthermore, conventional knockout of follistatin-like 3
(Fstl3), a natural activin antagonist, results in �-cell hyperpla-
sia and increased pancreatic cell number and size (39). Finally,
conventional knockout of Inhbb in mice results in a decrease in
islet mass accompanied by a decrease in the percentage of �
cells in islets (40). In this previous study, by Bonomi et al., no
changes in glucose homeostasis were noted in young knockout
mice, but insulin levels decreased in older animals. Taken to-
gether, these data suggest important roles of activin/inhibin
family members in control of functional �-cell mass.

Several new findings emerged from the current study, as fol-
lows. (i) Pdx-1 overexpression in rat islet cells, including � cells,
generates a soluble factor or factors that stimulate islet cell prolif-
eration. (ii) There have been no previous reports of specific roles
of the Inhbb gene or the activin B protein (comprised of two
Inhbb subunits) in regulation of �-cell proliferation. This in-
cludes the prior studies on global Inhbb knockout mice, in which
islet cell proliferation was not measured (40). Here, we show that
overexpression of Inhbb or treatment with recombinant activin B
is sufficient to stimulate islet cell and �-cell proliferation in dis-
persed rat islet cell cultures while also potentiating the prolifera-
tive effects of Pdx-1 overexpression. In dispersed human islet cell
cultures, Inhbb overexpression enhanced total islet cell prolifera-
tion and potentiated effects of Pdx-1 overexpression. (iii) We
demonstrate that overexpression of Pdx-1 stimulates Inhbb ex-
pression and activin signaling, and we show that neutralization of
this ligand with Fc-activin receptor chimeric antibodies partially
interferes with Pdx-1-mediated �-cell proliferation. These data
demonstrate that Pdx-1-stimulated islet cell proliferation is me-
diated in part by induction of Inhbb but also suggest that other, yet
to be identified, factors may be required for the full proliferative
response.

Other soluble factors and hormones have been reported to
stimulate �-cell proliferation, including glucose, insulin, placental
lactogen, betacellulin, Wnt3A, platelet-derived growth factor AA
(PDGF-AA), and betatrophin (33, 41–45), among others. How-
ever, none of these factors have been reported to stimulate �-cell
proliferation in adult human islets. PDGF-AA has a potent effect
to stimulate juvenile human islet �-cell proliferation but is inac-
tive in adult human islets apparently due to loss of PDGF signaling
as a function of islet age (45). The current study joins another

recent report showing human islet cell proliferative effects of ser-
pin B1 (46) as evidence for the existence of peptidic factors capable
of enhancing functional �-cell mass. Future efforts will be focused
on identification of other Pdx-1-induced factors that may com-
plement the human islet cell proliferative effects of Inhbb overex-
pression or activin B addition.
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