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EXENDIN-4 DOES NOT PROMOTE BETA CELL PROLIFERATION
OR SURVIVAL DURING THE EARLY POST-ISLET TRANSPLANT
PERIOD IN MICE?

Michael F. Crutchlow, Ming Yu, Yong-Suk Bae, Shaoping Deng, and Doris A. Stoffers

Abstract

Current pancreatic islet transplantation protocols achieve remarkable short-term success, but long-
term insulin independence remains elusive. Hypoxic and inflammatory insults cause substantial early
post-transplant graft loss while allo/autoimmunity and immunosuppressive toxicity threaten long
term graft mass and function. Exendin-4 (Ex4) is a GLP-1 receptor agonist that promotes p-cell
proliferation, survival and differentiation. To determine if Ex4 displays potential as a graft-supportive
agent, we transplanted 500 murine islets under the kidney capsule of syngeneic or allogeneic
streptozotocin-treated recipient mice and immediately initiated daily treatment with vehicle or Ex4.
Graft B-cell proliferation, death and vascularity were assessed 1, 3 and 10 days after syngeneic islet
transplant. For allogeneic recipients, blood glucose and body weight were assessed until glycemic
deterioration. Ex4 did not promote graft B-cell proliferation, reduce p-cell death or enhance graft
vascularity over the first 10 days after syngeneic islet transplant. A trend toward prolongation of
post-transplant euglycemia was onserved with Ex4 treatment in non-immune suppressed allograft
recipients, but its use in this setting was associated with frequent, severe hypoglycemia over the first
2 post-transplant days. Our findings do not support a beneficial effect of Ex-4 on islet grafts during
the critical early post-transplant period and demonstrate its significant hypoglycemic potential in the
first days after islet transplantation in mice. Optimal application of GLP-1 receptor agonists in the
transplant setting may require earlier intervention prior to and/or during islet isolation for peri-
transplant cytoprotection and administration beyond the period of engraftment for long term
proliferative and survival benefit.
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INTRODUCTION

Despite recent progress, the widespread application of pancreatic islet transplantation to the
treatment of type 1 diabetes remains limited by multiple factors that include the scarcity of
donor islets, the toxicities of the requisite immunosuppressive agents, and the failure of
recipients to maintain long-term insulin independence (19,39,41). The Edmonton group
recently reported that, despite short-term insulin independence rates exceeding 90%, prolonged
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insulin independence is rare in their recipients (39). This indicates that islet graft functional
capacity declines over time as the graft is subjected to multiple insults.

Islet graft B-cell death is accelerated in the first days after transplantation and the majority of
transplanted graft mass may be lost during this time (10,36,47). Initial insults include
inflammation and hemodynamic instability in donors prior to harvest, hypoxia as islets are
devascularized during the isolation procedure, and the acute recipient inflammatory response
(7,8,14,34). Islets that survive and successfully engraft must function in an ectopic location
while being subjected to allogeneic and autoimmune attack as well as B-cell toxic
immunosuppressive agents (9,21,22,29,30). Novel approaches to supporting islet graft mass
and function have demonstrated promise, but until recently none has been translated to the
clinical investigational setting (7,13,17,20).

Agonists of the glucagon-like peptide-1 (GLP-1) receptor have multiple p-cell trophic
properties, and have been used extensively and safely in humans during their development for
the treatment of type 2 diabetes (2,6,11,18,27). They can promote pancreatic B-cell mass
through proliferative and cytoprotective mechanisms, and they potently enhance p-cell
function (5,16,31,32,49). We have also observed a beneficial effect of one of these agents,
Exendin-4 (Ex-4), on islet vascularity in intrauterine growth retarded (IUGR) rats (J. N. Ham,
B.M. Desai, M. Crutchlow, R. Simmons, and D. Stoffers, unpublished observation). It is not
known if these effects will be seen in islet grafts, or whether their application in the islet
transplant setting will raise new safety issues. The goal of this study was to employ mouse
models to: 1) explore the effects of Ex-4 on islet graft p-cell proliferation, p-cell death and
graft revascularization in the early post-transplant period; and 2) determine the impact of Ex-4
on the durability of islet allograft function in non-immune suppressed recipients.

MATERIALS AND METHODS

Animals

Mice were purchased from Charles River Laboratories, housed under standard conditions, and
allowed free access to food and water. Recipients were 8-10 week old male C57BL/6 mice,
rendered diabetic through the one time intraperitoneal administration of 200mg/kg
streptozotocin (Sigma, St. Louis, MO) 5-6 days prior to transplantation, and all had blood
glucose concentrations > 350mg/dl on the day of transplantation. Donors were C57BL/6 and
BALBY/c retired breeder females, aged 6-12 months, in syngeneic and allogeneic transplant
experiments, respectively. These studies were approved by the Institutional Animal Care and
Use Committee of the University of Pennsylvania. Exendatide was purchased from Bachem.

Islet transplantation

Anesthesia for both donors and recipients was achieved through intra-peritoneal administration
of ketamine (50mg/kg) and xylazine (20mg/kg) Pancreatic islets were isolated through bile
duct collagenase perfusion, enzymatic and mechanical pancreas disruption and purification on
a Ficoll density gradient (34). After isolation, 500 islets were immediately transplanted into
the recipient renal subcapsular space. Pooled islet preparations were used for each set of
transplants.

Experimental paradigm

Syngeneic transplant experiment—Three sets of syngeneic islet transplantation
experiments were carried out. After transplantation, recipients were randomized to
intraperitoneal treatment with Ex-4 or vehicle. Vehicle was composed of 0.9% saline
containing 0.1% bovine serum albumin (BSA). Random blood glucose levels were monitored
with a Freestyle glucose meter (TheraSense, Alameda, CA) on days 1-3 and 5 of the next 7
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days. Intraperitoneal administration of 5-bromo-2-deoxyuridine (BrDU; Sigma, St. Louis, MO;
200mg/kg) was performed prior to graft harvest as described in Results and graft-bearing
kidneys were fixed overnight in 4% paraformaldehyde, and embedded in paraffin.

Allogeneic transplant experiments—Recipients were randomized to Ex-4 or vehicle
treatment immediately after transplantation and then daily until the recurrence of
hyperglycemia, defined as blood glucose>200mg/dl on 2 consecutive days. Random blood
glucose measurements were performed on 5 of the first 7 post-transplant days and daily
thereafter; body weight was measured ondays 1, 5, 9 and 14. Primary graft function was defined
in this experiment as average blood glucose concentration<200mg/dl on post-transplant days
7-10. Blood glucose and body weight were monitored as described in Results. Blood was
collected from the tail vein (Microvette CB 300 tubes; Sarstedt, Numbrecht), and plasma was
separated by centrifugation and submitted for multiplex immunoassay measurement of insulin
(detection limit 56pM) and glucagon (Linco Diagnostics; St. Charles, MO.).

Streptozotocin diabetic C57BL6 recipients were transplanted in 3 groups, with all recipients
receiving 500 BALB/c islets beneath the kidney capsule. After transplant, recipients were
randomized to treatment with Ex-4 or vehicle, immediately and once daily thereafter until the
recurrence of hyperglycemia. Serial blood glucose measurements were used to monitor graft
function. An initial dose of 20 nmol/kg/day Ex-4 was chosen; however, 2 of 3 recipients
randomized to Ex-4 in the first group died within 5 days of transplant, associated in one case
with hypoglycemia (blood glucose <35 mg/dl on post-transplant days 1 and 2). The Ex-4 dose
was lowered to 10 nmol/kg/day for the second group, but 2 of 4 Ex-4 treated recipients were
hypoglycemic (random blood glucose<50mg/dl) on the first post-transplant day, although
death did not occur. Therefore, for the third group the Ex-4 dose was escalated from 5 nmol/
kg on days 0 and 1, to 10 nmol/kg on days 2-5 and 20 nmol/kg/day thereafter. Neither
hypoglycemia nor death was seen in these recipients. In total, 9 Ex-4 and 9 vehicle treated mice
survived to be evaluated with 7/9 in each group achieving primary graft function. In a separate
experiment to evaluate the mechanism of Ex-4 associated hypoglycemia, recipients received
Ex-4 (20nmol/kg) or vehicle immediately after transplantation and on post-transplant days 1
and 2.

Morphologic graft analysis

Sections (6 um) were rehydrated on a standard alcohol gradient. Primary antisera were: guinea
pig anti-insulin (DakoCytomation, Carpinteria, CA), sheep anti-BrDU (US Biologicals,
Swampscott, MA), Cy-3 conjugated mouse anti-digoxigenin (Jackson ImmunoResearch,
WestGrove, PA), and rabbit anti-Ki67 (Abcam, Cambridge, MA). Secondary antisera (Jackson
ImmunoResearch) were labeled with Cy-2 or Cy-3. Terminal deoxynucleotide transferase-
mediated dUTP nick end labeling (TUNEL) was performed with the ApopTag Peroxidase In
Situ Death Detection Kit (Chemicon International, Temecula, CA) followed by
immunofluorescent detection of insulin and digoxigenin. Nuclear labeling was performed with
4, 6-diamidino-2-phenyl-indole, dihydrochloride (DAPI, Molecular Probes, Eugene, OR) and
autoflourescence quenched with Sudan Black (BDH Laboratory Supplies, Poole, England). To
assess graft vascularity, 100ug Flourescein-Lycopersicon Esculentum Lectin (Vector
Laboratories, Burglingame, CA) was infused via the inferior vena cava 5 minutes prior to
harvest. These sections were mounted with flourescent mounting medium (Kirkegaard and
Perry Laboratories, Gaithersburg, MD).

Image capture/analysis

For the determination of B-cell proliferation and death, the entire islet graft on each section
was captured in multiple images at 20 X magnification using a Cool Snap digital camera
(Photometrics, Huntington Beach, CA) connected to an Eclipse E600 microscope (Nikon,
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Japan). An average of 1130 B-cell nuclei was counted for each graft and 3-cell proliferation
rate (rate = BrDU positive B-cell nuclei/all p-cell nuclei x 100) was quantified. B-cell death
rates (rate = TUNEL+ B-cell nuclei/total B-cell nuclei) were quantified with the same approach
with an average of 1466 B-cell nuclei being counted for each graft. To assess graft vascularity,
a QICAM Fast 1394 camera (Q Imaging, Burnaby, BC) captured three graft regions at 20x
magnification and image analysis was performed using IP Lab software (Scanalytics, Inc.,
Fairfax, VA). Four images were captured from each region, with the plane of focus adjusted
by 1 micron successively (LEP MAC 5000 Z-Focus Attachment, Ludl Electronic Products
Ltd., Hawthorne, NY) and compressed into a 2-dimensional image, which was used for final
analysis. Vascularity was calculated as the percent of graft area (p-cell component) occupied
by endothelium (endothelial area (uM?2)/total graft area (UM2) x 100).

Data analysis

RESULTS

B-cell proliferation and death rates, graft vascularity, random blood glucose concentration,
duration of post-allogeneic transplant euglycemia, plasma insulin and glucagon concentrations,
and weight change from baseline are expressed as mean +/— SE, and compared between
treatment groups with a t test. The incidence of hypoglycemia on post-transplant days 1 and/
or 2 was compared between groups with a Fisher’s exact test.

Ex-4 administered after allogeneic murine islet transplantation under the kidney capsule

The first 2 weeks after islet transplantation has been identified as a critical time period during
which B-cell death is initially accelerated, B-cell mass declines, and the critical process of graft
revascularization occurs (10,35). Therefore, we assessed the impact of Ex-4 on graft p-cell
proliferation and death, and graft vascularity over the first 10 post-transplant days employing
a syngeneic model to avoid the superimposition of allo-immune phenomena. Guided by
published rodent studies demonstrating the B-cell trophic actions of Ex-4 at doses ranging from
0.1-24nmol/kg administered once daily, a dose of 10nmol/kg administered by once-daily
intraperitoneal injection was chosen for this model (32,42,43,45,46,49). Streptozotocin
induced diabetic recipients received 500 islets under the kidney capsule and were then
randomized to treatment with Ex-4 or vehicle (n=14/group), immediately and once daily
thereafter. Blood glucose levels tended to be lower in Ex-4 treated recipients throughout the
post-transplant period, and were significantly lower on days 2 and 3 (Figure 1).

No effect of Ex-4 on graft B-cell proliferation in the early post-transplant period

Graft-bearing kidneys were harvested from 14 vehicle treated recipients (5, 4, and 5 at 1, 3,
and 10 days, respectively), and 13 Ex-4 treated recipients (5, 4, and 4 at 1, 3, and 10 days,
respectively; 1 death). BrDU was administered 6 hours prior to graft harvest at 1 and 3 days.
Although BrDU incorporation was detected throughout the renal cortex of graft bearing
kidneys, no graft BrDU+/insulin+ cells were observed. Lack of graft g-cell proliferation at
these time points was confirmed by the absence of nuclear Ki67 expression. Therefore, BrDU
was administered 24 and 6 hours prior to graft harvest at 10 days post-transplantation to increase
sensitivity for low proliferation rates. B-cell proliferation was easily detected (Figure 2A). Rates
of B-cell proliferation were similar between vehicle (n=5) and Ex-4 (n=3) treated recipients
(Figure 2B: vehicle vs. Ex-4: 3.5 +/— 0.14% vs. 2.4 +/— 0.74%; P=0.25). Notably, the early
difference in glycemia between groups did not appear to influence proliferation rates, although
a non-significant trend toward lower proliferation was observed in Ex-4 treated recipients.
Nuclear Ki67 labeling was examined and demonstrated in all grafts, confirming increased
proliferation compared to the earlier time points (data not shown).
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Ex-4 does not improve B-cell survival during the early post-transplant period

Graft B-cell death rates, assessed by TUNEL labeling, were highest 1 day after transplant and
declined to very low levels by 10 days (Figure 2C). Rates of TUNEL labeling were similar
between treatment groups at 1 and 10 days after transplantation, while a trend was seen towards
increased death in Ex-4 treated recipients at 3 days (Figure 2D: vehicle vs. Ex-4: 1 day: 2.8 +/
— 0.8 vs. 2.6 +/— 0.6%, P=0.88; 3 days: 0.6 +/— 0.2 vs 2.3 +/— 0.5%, P=0.064; 10 days: 0.25
+/—0.04 vs. 0.33 +/—0.08%, P=0.46). B-cell death rates were not significantly affected by early
hypoglycemia in the Ex-4 treated group.

No impact of Ex-4 on islet graft vascularity

Graft vascularity was assessed at 10 days after transplant, around the time of maximal graft
revascularization (35,47). Endothelium was labeled through the pre-harvest intravenous
infusion of a FITC-conjugated endothelial-avid lectin (Figure 2E), and image analysis
determined the percentage of graft p-cell area, delineated by insulin staining, occupied by
endothelium. No difference was seen between treatment groups (Figure 2F; vehicle (n=3) vs.
Ex-4 (n=4): 7.8 +/- 1.2 % vs. 7.8 +/— 1.4 %, P=0.99), suggesting that Ex-4 does not improve
islet graft revascularization under these experimental conditions.

Impact of Ex-4 on duration of post-allogeneic transplant euglycemia

Due to significant dose-dependent hypoglycemia in Ex-4 treated transplant recipients
(described in Methods), an escalating dosing regimen was developed (5 nmol/kg on days 0 and
1, to 10 nmol/kg on days 2-5 and 20 nmol/kg/day thereafter). Neither hypoglycemia nor death
was seen in these recipients. There was a trend toward increased duration of euglycemia in all
allogeneic transplant recipients (Ex-4 vs. vehicle: 16.7 +/— 1.7 vs. 12.4 +/-0.8 days, P=0.05;
Figures 3A-C) with 3 of 7 Ex-4 treated recipients maintaining euglycemia for 20 or more days.
The precipitous recurrence of severe hyperglycemia in all recipients suggested that euglycemia
was dependent on graft function and not on the recovery of endogenous p-cell function.

Ex-4 promotes hypoglycemia and weight loss in the early post-allogeneic transplant period

A second experiment was performed to investigate Ex-4 associated hypoglycemia. Donor,
recipient and transplant characteristics were unchanged, and recipients were randomized to
treatment with 20 nmol/kg Ex-4 (n=5) or vehicle (n=4) immediately and once daily on post-
transplant days 1 and 2. Blood glucose and body weight were measured frequently over the
first 48 hours after transplantation (Figures 4A, B), and plasma was collected for measurement
of insulin and glucagon at baseline, 6 and 16 hours (Table 1).

Blood glucose was significantly lower in Ex-4 treated recipients at all time points. In
accordance with the first transplant experiment using this dose, hypoglycemia (<50mg/dl)
occurred in 2/5 Ex-4 treated recipients at both 6 and 16 hours, but was not observed in vehicle
treated recipients. Plasma insulin concentrations were similar between treatment groups,
although trending lower in Ex-4 treated recipients (Table 1), while the ratio of insulin
(pM):glucose(mg/dl) from 6 to 16 hours trended higher in Ex-4 treated recipients (Ex-4 vs.
vehicle: 5.3+/—0.8 vs 3.0+/—1.3) and was highest in the hypoglycemic Ex-4 recipients (6.2,
8.1) suggesting inappropriate hyperinsulinemia in the setting of hypoglycemia. Glucagon
levels trended downward in both groups after transplant (Table 1) and failed to rise in the
hypoglycemic Ex-4 treated mice (baseline: 88+/—24 pM, 6 hours: 69+/-11 pM, 16 hours: 42
+/—13 pM), suggesting impaired transplant and native o cell function. Significant weight loss
occurred in Ex-4 recipients and was greatest, nearly 10% of initial body weight, at 24 hours,
while vehicle treated recipients had a small weight gain (Figure 4B). Weight loss was similar
between the hypoglycemic and euglycemic Ex-4 treated recipients.
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Considering all allogeneic transplant recipients in this study, 5/12 treated with 10 or 20 nmol/
kg of Ex-4 on post-transplant days 0 and 1 became hypoglycemic on day 1 and/or day 2 after
transplant, compared with 0/13 vehicle treated recipients (42% vs. 0%, P=0.015) and 0/4
recipients treated with 5 nmol/kg Ex-4. Mice treated with any dose of Ex-4 (5-20 nmol/kg)
experienced a significant weight loss over the first day after transplant (A weight Ex-4 vs.
vehicle: —8.6 +/— 0.97% vs. +0.3 +/— 1.8%, P<0.001). Ex-4 treated recipients that achieved
primary graft function recovered weight completely by 5 days (A weight Ex-4 vs. vehicle 5
days: +0.48+/-2.58% vs. +2.27+/-2.4%, P=0.62; 9 days: +7.2+/-2.4% vs. +7.2+/-2.4%,
P=0.99) indicating that this effect was limited to the early post-transplant period.

DISCUSSION

We employed murine models to explore the effects of Ex-4 on islet graft B-cell proliferation,
B-cell death and graft revascularization in the early post-transplant period and to determine the
impact of Ex-4 on the durability of islet allograft function in non-immune suppressed recipients.
We hypothesized that Ex-4 would limit graft p-cell death through its demonstrated
cytoprotective actions against inflammatory cytokines and oxidative stress, both of which
likely contribute to B-cell death in this setting. However, we did not observe any benefit of
Ex-4 on graft morphology in a syngeneic transplant model and observed only a trend towards
prolonged graft function in the setting of allogeneic islet transplantation.

The absence of a protective effect in this study suggests that GLP-1 receptor agonists do not
confer protection in this setting or that the precise regimen was suboptimal. Pre-treatment prior
to the delivery of an insult has been employed in most models demonstrating GLP-1 receptor
agonist-mediated B-cell cytoprotection, and is requisite in at least one (25,31,32). In support
of this concept, a recent report indicates a beneficial effect of Ex-4 treatment on transplantation
outcomes using islets maintained in culture for a period of time prior to transplantation (28).
In our syngeneic model, islets were devascularized for 2-4 hours and may have been exposed
to recipient inflammatory responses prior to Ex-4 treatment. Substantial B-cell injury certainly
occurs by this time, and the window of opportunity for early Ex-4 mediated cytoprotection
may have passed. It also remains possible that continuous infusion of Ex-4 might be more
effective than once-daily administration. However, superiority of continuous administration
of Ex-4 has not been demonstrated in other studies and the possibility of GLP-1 receptor
desensitization after continued agonist exposure is supported by several studies (1,3,12).

Absence of B-cell proliferation at 1 and 3 days post-transplant likely reflects the stress imposed
upon islet grafts in the peri-transplant period, which Ex-4 was unable to overcome. Lack of
effect at 10 days is more surprising, but not inconsistent with previous rodent studies in which
already and perhaps maximally elevated rates of B-cell proliferation were not further increased
by Ex-4, as observed in the rat 90% partial pancreatectomy model (36,49). At later time points,
graft B-cell proliferation rates are similar to those observed in native pancreatic islets and it
remains possible that chronic GLP-1 receptor agonist treatment will have a proliferative effect
on islet grafts (36). Consistent with our findings over the first 10 post-transplant days, King
and colleagues found that 2 weeks of Ex-4 treatment after transplant did not improve the long
term function of marginal dose syngeneic islet grafts (28).

Our data unexpectedly suggest that Ex-4 treatment may be associated with increased graft -
cell death at 3 days after transplant, although the observed trend did not reach statistical
significance (Fig. 3). This may reflect the involution of “excess” B cell mass in the setting of
improved B cell function. Reductions of B cell mass that are not needed to meet metabolic
demands have been reported in the setting of excessive islet transplantation, transplanted
insulinomas and post-pregnancy (4,36,40). Ex-4 could also influence the clearance of dying
cells by as yet unknown immune mechanisms, thereby enhancing their detection. Regardless
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of the mechanism, the trend to increased death at 3 days post transplant was not associated
with any deterioration in glucose homeostasis compared with vehicle treated transplant
recipients.

The trend towards prolongation of euglycemia after allo-transplantation seen with Ex-4
treatment in this study may be a consequence of multiple factors. Ex-4 treatment might have
conferred temporary protection against lymphocyte derived mediators of allo-rejection, or
simply enhanced the function of graft p-cells without affecting the rate of graft loss (33).
Further, islet independent actions including suppression of glucagon secretion, slowing of
gastric motility, appetite suppression, and the stimulation of insulin independent glucose uptake
by liver and skeletal muscle, could all decrease insulin requirements and thereby prolong
euglycemia (23,26,48).

Ex-4 associated hypoglycemia was particularly surprising and may have been due to relative
hyperinsulinemia and impaired hypoglycemic defense mechanisms coinciding over the first 2
post-transplant days. Unregulated insulin release from dying graft p-cells likely occurred in
both treatment groups and contributed to the occurrence of hypoglycemia, although the similar
between-group B-cell death rates seen at 1 day in our syngeneic models argues against the
possibility that this process was enhanced by Ex-4. Human subjects treated with GLP-1
receptor agonists in pharmacologic doses have experienced brief hypoglycemic episodes
associated with delayed suppression of insulin secretion (15,44), although this response appears
distinct from the sustained hypoglycemia observed in mice 6-24 hours after Ex-4 dosing in
this study.

An underlying impairment of native and grafted a-cells has been demonstrated in
streptozotocin treated diabetic rats and in human pancreatic islet transplant recipients and may
have existed in the transplant recipients in this model (24,37,50). An alternative explanation
is that that Ex-4 mediated appetite suppression was coupled with an underlying impairment of
a cell function resulting in insufficient hypoglycemia defense against unregulated insulin
secretion from dying B-cells. Finally, Ex-4 may have stimulated insulin independent hepatic
and/or skeletal muscle glucose uptake, a possibility consistent with the disparity in blood
glucose between Ex-4 and vehicle treated recipients after transplant despite similar insulin
concentrations (26,38,48).

These studies demonstrate both limitations and possible side effects of GLP-1 receptor agonist
therapy in the early post-islet transplant period, while suggesting potential future approaches
to its application. In the clinical setting, B-cell injury may begin prior to isolation from the
donor with the hemodynamic instability and inflammatory phenomena associated with brain
death. Therefore, maximal protection during isolation and transplantation may be seen if GLP-1
receptor agonists are administered prior to and during pancreas harvest and islet isolation (8).
Dose-dependent hypoglycemia was seen in our mouse model, and awareness of this possibility
will be important in the future as GLP-1 receptor agonists are employed in the clinical islet
transplant setting. Finally, the trend toward a prolongation of post allo-transplant euglycemia
seen here provides some evidence that GLP-1 receptor agonists may improve allograft
functional durability and be a productive adjuvant to immunosuppressive agents in chronic
graft-supportive regimens.
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Figure 1. Glycemic response to syngeneic islet transplantation

Streptozotocin diabetic recipients received kidney capsule transplants of 500 donor islets
(curative dose) and were treated with 10nmol/kg/d Ex-4(n=13) or vehicle(n=14). Random
blood glucose (mg/dl) measurements of graft bearing mice prior to harvest depicted as mean
+/— SE (*P<0.05). Grafts were harvested for morphologic analysis at 1, 3, and 10 days as
indicated by arrows; the number of mice represented decreases correspondingly.
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Figure 2. Ex-4 does not impact graft g-cell proliferation, graft p-cell death, or graft vascularity
Recipients were treated with 10nmol/kg/d Ex-4 or vehicle and grafts harvested at 1, 3, and 10
days post-transplant. A, B: Graft p-cell (green-insulin+) proliferation, assessed by BRDU
incorporation (red), was absent in all grafts at 1, and 3 days and similar with Ex-4 (n=3) or
vehicle (n=5) at 10 days. C, D: Graft p-cell death rates, assessed by TUNEL labeling (red)
were similar with Ex-4 (n=5, 3, and 4 at 1, 3, and 10 days, respectively) or vehicle (n=4 at all
time points) at each time point. E, F: Density of functional graft capillary network within the
f-cell component (red-insulin+) of islet grafts was assessed at 10 days after transplant by 5-
minute pre-harvest intravenous infusion of FITC-conjugated Lycopersicon Esculentum
Lectin (green). By computer based image analysis no difference between Ex-4 (n=4) or vehicle
(n=3) was found. All values are mean +/— SE.
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Figure 3. Ex-4 prolongs euglycemia after allogeneic transplant
A-B. Random blood glucose (mg/dl) measurements of streptozotocin diabetic recipients

treated with vehicle (A) or Ex-4 (B) after allogeneic transplant. C. Data points indicate duration
of euglycemia (days) for individual recipients; mean duration +/— SE also depicted (*P=0.05).
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Figure 4. Ex-4 promotes early post-transplant hypoglycemia and weight loss in islet graft recipients
A. Mean blood glucose (mg/dl) measurements for vehicle (n=4) and Ex-4 (n=5) recipients over
the 48-hour post-transplant follow-up period. B. Percent weight change from baseline-6 to 42
hours post-transplant. All data are mean +/—SE (*P<0.05; **P<0.01).

Transplant Proc. Author manuscript; available in PMC 2009 June 1.



Page 15

Crutchlow et al.

pa10818p Jou ‘aN

(G=u ‘Bxi/j0wuQg) -x3 pue (y=u) alo1yen,,
9[01YdA 'SA G0'0>d

.

"3S—/+ ueawl ale senjeA

8 F0¢ L¥CV SO0T +0L€ T9T + 0TS LT+¢L T8 + /8¢ 9T
TF Ly 97 6v 6T F 99€ 6vC ¥ 28L LT F6L 8. FTEE 9
8T ¥ 99 8¢ +9. anN anN 6T + LSV 8T + 297 0
¥-x3 EIRIUEI v-x3 EIRIDEI v-x3 EIIIEYN sanoH
(nd) uobeon|o (d) unnsuj (Ip/Bw) asoan|o

2S1uaidioal juejdsuel) o18usboje payeal #-X3 pue |91YaA Ul S[aA8] uofean|B pue uljnsul ‘esoan|o
T 9l|qel

NIH-PA Author Manuscript NIH-PA Author Manuscript NIH-PA Author Manuscript

Transplant Proc. Author manuscript; available in PMC 2009 June 1.



