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In Vitro and In Vivo Evaluation of a 64Cu-Labeled
Polyethylene Glycol-Bombesin Conjugate

Buck E. Rogers,1,2 Debbie Della Manna,1 and Ahmad Safavy1

1Department of Radiation Oncology, University of Alabama at Birmingham, Birmingham, AL
2Department of Radiation Oncology, Washington University in St. Louis, St. Louis, MO

ABSTRACT

The goal of this study was to synthesize and evaluate a novel bombesin (BN) analogue containing a poly-
ethylene glycol (PEG) linker that can be radiolabeled with 64Cu through the DOTA bifunctional chelate.
It is hypothesized that PEG linkers would improve the pharmacokinetics of radiolabeled bombesin ana-
logues to optimize their tumor-to-normal tissue ratios for radiotherapy applications. The formation of this
conjugate (DOTA-PEG-BN(7-14)) was confirmed by MALDI-TOF mass spectrometry and was radiola-
beled with 64Cu at a specific activity of 2.7 MBq/nmol. DOTA-PEG-BN(7-14) bound specifically to gas-
trin-releasing peptide receptor (GRPR)-positive PC-3 cells with an IC50 value of 3.9 mM for displacing
125I-Tyr4-BN. Internalization of 64Cu-DOTA-PEG-BN(7-14) into PC-3 cells showed that 5.7%, 13.4%,
and 21.0% was internalized at 0.5, 2, and 4 hours, respectively. Biodistribution of 64Cu-DOTA-PEG-
BN(7-14) was evaluated in normal, athymic nude mice 2, 4, and 24 hours after i.v. injection. This showed
that most of the tissues had a similar uptake and clearance of 64Cu-DOTA-PEG-BN(7–14) compared to
a control peptide with an alkyl linker (DOTA-Aoc-BN(7-14)) at the given time points. There was uptake
of 10.8% ID/g of 64Cu-DOTA-PEG-BN(7-14) 4 hours after i.v. injection in the GRPR-positive pancreas
that was inhibited to 2.4% upon injection of an excess of Tyr4-BN. These studies demonstrate that BN
analogues can be conjugated with PEG linkers, radiolabeled with 64Cu, and bind to GRPR. Future stud-
ies will attempt to increase the affinity of these analogues for GRPR and alter the pharmacokinetics of
the 64Cu-labeled conjugates through the use of various sized PEG linkers.
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25

INTRODUCTION

Radioimmunotherapy is a well-established mo-
dality for the treatment of cancer through the spe-
cific delivery of radiation. In general, radioactiv-
ity has been delivered to the tumor site by 
attaching it to a monoclonal antibody that is se-

lective for the tumor tissue. One drawback to this
approach is that only a limited amount of ra-
dioactivity can be delivered to the tumor due to
the bone marrow toxicity that is caused by ad-
ministration of therapeutic doses of the radiola-
beled antibody.1 This toxicity is due to the long
serum half-life of antibodies that results in a high
radiation dose delivered to bone marrow.2 To ad-
dress this limitation, peptides have been used to
deliver radiation to the tumor site in place of an-
tibodies. Radiolabeled peptides have the advan-
tage of clearing the serum more rapidly than 
antibodies, thus lowering the radiation dose de-
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livered to the bone marrow. In particular, oc-
treotide analogues radiolabeled with indium-111
and yttrium-90 have been evaluated clinically for
the treatment of somatostatin receptor subtype 2-
positive tumors.3,4

One limiting factor in the use of radiolabeled
peptides for cancer therapy is that the rapid serum
clearance of the peptide can lead to a lower radia-
tion dose delivered to the tumor. Because the pep-
tide clears from serum rapidly, there is little time
for the peptide to build a high concentration in the
tumor. Thus, the best vehicle for delivery of ther-
apeutic radioisotopes would balance the tumor up-
take with the serum clearance. In this regard, sev-
eral studies have used chemical conjugates or
genetic engineering to alter the pharmacokinetics
of tumor targeting ligands. Monoclonal antibodies,
single-chain Fv proteins (scFv), and chemothera-
peutic drugs have been chemically conjugated with
dextran, polyethylene glycol (PEG), poly(L-lysine),
or N-(2-hydroxypropyl)methacrylamide copoly-
mer (HMPA) as scaffolds to form the chemical
links to alter their pharmacokinetics.5–10 Geneti-
cally engineered antibodies that have improved
pharmacokinetics compared to intact antibodies,
antibody fragments, or scFvs have recently been
studied.11,12

We hypothesized that the chemical conjugation

of a peptide to a PEG scaffold would improve the
pharmacokinetics of the resulting conjugate for
delivery of radioisotopes to a tumor site. As a
model system, we used the eight C-terminal
amino acids of the amphibian tetradecapeptide
bombesin (BN), which binds with high affinity
to the gastrin-releasing peptide receptor (GRPR)
overexpressed on a variety of human carcino-
mas.13–17 BN analogues have been evaluated as
therapeutic and diagnostic agents in clinical and
pre-clinical studies after labeling with a variety of
radioactive metals.18–30 In the present study, we
conjugated the N-terminus of BN(7-14) to a 3,500
Da PEG derivative and coupled the resulting con-
jugate (PEG-BN(7-14)) to 1,4,7,10-tetraazacy-
clododecane-1,4,7,10-tetraacetic acid (DOTA) via
the N-terminus of the PEG moiety for radiolabel-
ing with 64Cu. The 64Cu-DOTA-PEG-BN(7-14)
was evaluated and compared to a control peptide
(64Cu-DOTA-Aoc-BN(7-14)) containing an eight
carbon spacer in place of PEG in vitro using GRPR-
expressing PC-3 human prostate cancer cells and
in vivo in normal athymic nude mice. The 64Cu-
DOTA-Aoc-BN(7-14) was recently evaluated in
mice bearing PC-3 tumor xenografts and shown to
be useful for microPET imaging.30 The structures
of DOTA-PEG-BN(7-14) and DOTA-Aoc-BN(7-
14) are shown in Figure 1.
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Figure 1. Structures and amino acid sequence of DOTA-Aoc-BN(7-14) (A) and DOTA-PEG-BN(7-14) (B). The average mo-
lecular weight of the polyethylene glycol (PEG) linker in (B) was 3,500 Da. Note that the C-terminal methionine in each pep-
tide is amidated.



MATERIALS AND METHODS

Synthesis

1,4,7,10-tetraazacyclododecane-1,4,7-tris(acetic
acid-t-butyl ester)-10-acetic acid (DOTA-tris
(t-butyl ester)) was purchased from Macro-
cyclics, Inc. (Dallas, TX) and 8-amino-octanoic
(Aoc) acid was purchased from Advanced
ChemTech (Louisville, KY). The DOTA-Aoc-
BN(7-14) was synthesized using standard Fmoc
chemistry by solid phase peptide synthesis using
a Rink amide resin at the University of Alabama
at Birmingham Comprehensive Cancer Center
Peptide Synthesis and Analysis Shared Facility
and shown to be . 98% pure by high perfor-
mance liquid chromatography (HPLC).

The PEG-BN(7-14) was synthesized in a man-
ner similar to that described before.8 Briefly, the
BN(7-14) (3 mg, 2.8 mmol), also synthesized at the
UAB Peptide Synthesis and Analysis Shared Fa-
cility, was dissolved in 200 mL of dry DMF and 5
mL of diisopropyl ethylamine (DIEA) were added
with stirring. This solution was then added to N-
hydroxysuccinimidyl Na-Fmoc-PEG-carboxylate
(9.9 mg, 2.9 mmol) (Nektar Therapeutics, Hunts-
ville, AL) in 100 mL of the same solvent and the
reaction mixture was stirred at 4°C for 2 hours.
Piperidine (200 mL) was added at 0°C and the
solution was stirred at this temperature for 10
minutes after which time the liquids were re-
moved under high vacuum and the H2N-PEG-
BN(7-14) residue was purified by semi-prepara-
tive reversed-phase HPLC.

To a solution of DOTA-tris(t-butyl ester) (1.53
mg, 2.7 mmol) in 150 mL of DMF, was added
DIEA (0.5 mL) followed by O-benzotriazol-1-
yl-N, N, N9, N9-tetramethyluronium hexafluo-
rophosphate (0.97 mg, 2.7 mmol). After 20 min-
utes, a solution of H2N-PEG-BN(7-14) in 200 mL
of the solvent was added and the mixture was
stirred at room temperature for 2 hours. The re-
action progress was monitored by analytical
HPLC. The final product DOTA-PEG-BN(7-14)
was purified by semi-preparative HPLC and iden-
tified by matrix-assisted laser desorption/ioniza-
tion time-of-flight mass spectroscopy (MALDI-
TOF MS).

Analytical and semi-preparative HPLC used
Vydac C18 reversed-phase 4.6 3 10 cm and
10 3 250 cm columns, respectively. A linear 
gradient of 10% to 100% B in the base solvent 
A over 30 minutes was used, where A 5 wa-
ter/0.1% trifluoroacetic acid and B 5 acetoni-

trile/0.1% trifluoroacetic acid. Flow rates of 1.0
mL/minute and 2.0 mL/minute were used for the
analytical and for semi-preparative samples, re-
spectively. A BioRad model 2800 solvent deliv-
ery system, a Bio-Rad model 1806 UV/VIS de-
tector, and a Beckman model 170 radiodetector
were used for all HPLC experiments.

Radiolabeling

Copper-64 was produced on a CS-15 biomedical
cyclotron at Washington University in St. Louis
School of Medicine, according to a published
procedure.31 64CuCl2 (500 mCi) was diluted with
a 10-fold excess 0.1 M ammonium acetate
(NH4OAc), pH 5.5 and then added to DOTA-
Aoc-BN(7-14) (4 mg) or DOTA-PEG-BN(7-14)
(33 mg) in the presence of 2, 5-dihydroxybenzoic
acid (4 mg/mL final concentration) (Sigma
Chemical Co., St. Louis, MO) to prevent radioly-
sis. The reaction mixtures were incubated at room
temperature for 30 minutes and the radiochemical
purity determined by radio-thin layer chromatog-
raphy (R-TLC) or radioactivity-detecting high per-
formance liquid chromatography (R-HPLC). No
further purification was necessary for 64Cu-DOTA-
Aoc-BN(7-14), a sample of the reaction mixture
was applied to Whatman MKC18F TLC plates, de-
veloped with 10% NH4OAc:methanol (30:70,
v/v), and analyzed using a BIOSCAN System 200
imaging scanner (Washington, D.C.) to deter-
mine the purity. 64Cu-DOTA-PEG-BN(7-14) was
purified by analytical reversed-phase R-HPLC
using the gradient described above. The peak that
co-eluted with the UV peak for unlabeled DOTA-
PEG-BN(7-14) was collected, the solvent was
dried, and the residue was resuspended in PBS
with 5% EtOH prior to in vitro and in vivo use.

In vitro Competition Assay

The PC-3 human prostate cancer cell line was ob-
tained from the American Type Culture Collec-
tion (Rockville, MD) and cultured in Ham’s
F12K medium containing 10% fetal bovine serum
(FBS) and 1% L-glutamine at 37°C in a humidi-
fied atmosphere with 5% CO2. For binding assays,
the cells were harvested by incubating with 4 mM
EDTA/0.05% KCl for 3 minutes, centrifuging and
re-suspending in cold PBS at a concentration of
1 3 107 cells/mL. The cells (100 mL) were then
aliquoted into polystyrene tubes in triplicate fol-
lowed by the addition of 100 mL of 125I-Tyr4-BN
(0.05 nM final concentration, DuPont/NEN Re-
search Products, Boston, MA). Various amounts of
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DOTA-Aoc-BN(7-14), DOTA-PEG-BN(7-14), or
Tyr4-BN (Sigma Chemical Co.) were added in 10
mL such that the final concentrations ranged be-
tween 1 pM and 50 mM. The cells were incubated
for 1 hour at 4°C, then rinsed with PBS, and cen-
trifuged at 1700 3 g for 10 minutes. The super-
natant was removed, and the cells were counted in
a gamma counter (Packard Auto Gamma 5000 Se-
ries, Chicago, IL) to determine the amount of bound
radioactivity. The data were analyzed using the
GraphPad Prism software (San Diego, CA).

Internalization Assay

PC-3 cells were harvested and seeded in 6-well
plates at 3 x 105 cells per well. Twenty-four hours
later, 64Cu-DOTA-Aoc-BN(7-14) or 64Cu-DOTA-
PEG-BN(7-14) were added to the wells such that
the final concentration was 1 nM and incubated
at 37°C for 30, 120, and 240 minutes. An excess
(30 mM) of Tyr4-BN was added to half of the
wells as an inhibitor. At the appropriate time
point, a six well plate was removed from the in-
cubator, media was removed, and cells were
rinsed with PBS. The cells were then rinsed with
Hank’s Balanced Salt Solution containing 20 mM
NaOAc, pH 4.0 to remove surface-bound ra-
dioactivity and the cells were harvested by adding
1 N NaOH. The acid wash and the cells were
counted in a gamma counter to determine the
amount of surface bound and internalized ra-
dioactivity, respectively. These data were nor-
malized to the total amount of radioactivity added
to each well.

Biodistribution

Animal experiments were reviewed and approved
by the Institutional Animal Care and Use Com-
mittee at the University of Alabama at Birming-
ham. Experiments were performed in 4–5-week-
old athymic nude mice (National Cancer Institute
Frederick Research Laboratory, Frederick, MD).
The mice were injected with 185 kBq (5 mCi; 26
pmol) of 64Cu-DOTA-Aoc-BN(7-14) or 111 kBq
(3 mCi; 41 pmol) of 64Cu-DOTA-PEG-BN(7-14)
via the tail vein. Biodistribution was performed
with groups of 5 mice sacrificed 2, 4, and 24
hours post-injection of the radiolabeled ligands.
Another group of mice were co-injected with
64Cu-DOTA-Aoc-BN(7-14) (n 5 5) or 64Cu-
DOTA-PEG-BN(7–14) (n 5 3) and 100 mg of
Tyr4-BN as an inhibitor and sacrificed 4 hours
post-injection. The blood, liver, small intestine,
spleen, kidney, muscle (thigh), bone (femur), and

pancreas were removed and weighed, and the ra-
dioactivity was counted in a gamma counter to
determine the percent-injected dose per gram of
tissue (% ID/g).

RESULTS

Synthesis and Radiolabeling

The synthesis of the DOTA-PEG-BN(7–14)
conjugate was carried out through an active es-
ter protocol in 16% overall yield. The synthesis
was similar to that previously described for a
paclitaxel-PEG-BN(7–13) conjugate.8 The pro-
gress of the synthesis was monitored by direct
molecular weight (MW) measurements using
MALDI-TOF MS, which has proved to be a valu-
able tool for direct MW monitoring in large-mol-
ecule proteins and polymeric material.8,32 Under
the controlled reaction conditions of this synthe-
sis, the increases in MWs clearly indicated the
formation of intermediate and final-product com-
pounds, in a 1:1:1 molar ratio with respect to the
DOTA, PEG, and BN(7-14) (Fig. 2).

DOTA-Aoc-BN(7-14) was radiolabeled with
64Cu at a specific activity of 7 MBq/nmol (190
mCi/nmol) in .98% radiochemical purity as de-
termined by radio-TLC. The resulting 64Cu-
DOTA-Aoc-BN(7-14) did not require further pu-
rification and was used immediately for both in
vitro and in vivo assays. DOTA-PEG-BN(7-14)
was radiolabeled with 64Cu at a specific activity
of 2.7 MBq/nmol (73.5 mCi/nmol). The 64Cu-
DOTA-PEG-BN(7-14) was purified by HPLC
and co-eluted with the UV trace for DOTA-PEG-
BN(7-14) at 29.9 minutes. It was assumed that
the retention time of 64Cu-DOTA-PEG-BN(7-14)
would not significantly differ from the retention
time of the large, 5000 Da DOTA-PEG-BN
(7-14) and therefore, the radioactive peak corre-
sponding to the retention time of DOTA-PEG-
BN(7-14) was collected, concentrated and re-sus-
pended for in vitro and in vivo evaluation.

In vitro Evaluation

A representative competitive binding assay is
shown in Figure 3. The binding of 125I-Tyr4-BN
to PC-3 cells was inhibited by various concen-
trations of Tyr4-BN, DOTA-Aoc-BN(7-14), or
DOTA-PEG-BN(7-14). The IC50 values for Tyr4-
BN, DOTA-Aoc-BN(7-14) and DOTA-PEG-
BN(7-14) were 18.8 6 2.3 nM, 90.5 6 22.0 nM,
and 3.9 6 0.6 mM, respectively. Thus, 4.8-fold
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more DOTA-Aoc-BN(7-14) was needed than
Tyr4-BN to inhibit 125I-Tyr4-BN binding, while
DOTA-PEG-BN(7-14) required 207-fold more
than Tyr4-BN. This demonstrates that the substi-
tution of the Aoc linker with the PEG linker had
a dramatic effect on the affinity of BN(7-14) for
GRPR.

The internalization of 64Cu-DOTA-PEG-BN
(7-14) and 64Cu-DOTA-Aoc-BN(7-14) into PC-3
cells is shown in Figure 4. The amount of surface
bound radioactivity did not increase over time 
for both 64Cu-DOTA-PEG-BN(7-14) and 64Cu-
DOTA-Aoc-BN(7-14). The amount of surface
bound radioactivity for 64Cu-DOTA-Aoc-BN(7-
14) ranged from 9.3–12.4% for all time points and
was significantly greater (p , 0.0001) than the sur-
face bound radioactivity for 64Cu-DOTA-PEG-
BN(7-14) that ranged from 2.4–3.1%. When the
Tyr4-BN inhibitor was present, there was less than
0.2% of the radioactivity either surface bound or
internalized at all time points. There was a signif-
icant increase (p , 0.002) in the amount of inter-
nalized radioactivity for both compounds over the
course of the internalization assay. As with the sur-
face bound radioactivity, the amount of internal-
ized 64Cu-DOTA-Aoc-BN(7-14) was significantly
greater (p , 0.0001) than the internalization of
64Cu-DOTA-PEG-BN(7-14).
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Figure 2. MALDI-TOF spectra of unconjugated Fmoc-
PEG-NHS (A), PEG-BN(7-14) (B), and DOTA-PEG-BN(7-
14) (C). It should be noted that at a molecular level, the
polyethylene glycol (PEG) linker is a collection of mole-
cules with an average molecular weight of ,3,500 Da. The
average molecular weight of each species is shown above
the spectra. This figure demonstrates the increase in molec-
ular weight of the final DOTA-PEG-BN(7-14) relative to
the PEG starting material and PEG-BN(7-14) intermediate.

Figure 3. Inhibition of 125I-Tyr4-BN binding to PC-3 cells
with various concentrations of Tyr4-BN (triangles), DOTA-
Aoc-BN(7-14) (squares), or DOTA-PEG-BN(7-14) (cir-
cles). Results of a representative experiment are shown and
expressed as the mean cpm bound to cells 6 standard devi-
ation versus the log of the concentration of ligand (n 5 3).
This figure demonstrates the decrease in GRPR binding of
DOTA-PEG-BN(7-14) relative to DOTA-Aoc-BN(7-14)
and Tyr4-BN.

Figure 4. Internalization of 64Cu-DOTA-Aoc-BN(7-14)
(squares) and 64Cu-DOTA-PEG-BN(7-14) (triangles) into
PC-3 cells. At various time points after the addition of ra-
dioactivity, the cells were acid-washed to remove surface
bound radioactivity and harvested. The cell pellets (inter-
nalized, closed symbols) and acid wash (surface bound, open
symbols) were counted and the amount of internalized and
surface bound radioactivity determined. The data are pre-
sented as the mean 6 standard deviation of the % of total
radioactivity added (n 5 3). Note that the error bars are con-
tained within the symbols. This figure shows that 64Cu-
DOTA-PEG-BN(7-14) is internalized although to a lesser
extent than 64Cu-DOTA-Aoc-BN(7-14).
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Figure 5. Biodistribution of 64Cu-DOTA-Aoc-BN(7-14) (squares) and 64Cu-DOTA-PEG-BN(7-14) (triangles) in normal,
athymic nude mice. The data are expressed as the % ID/g for the mean 6 standard deviation of 5 mice per time point. This fig-
ure shows the comparison of the tissue uptake of 64Cu-DOTA-PEG-BN(7-14) compared to 64Cu-DOTA-Aoc-BN(7-14) at the in-
dicated time points.



In vivo Evaluation

The biodistributions of 64Cu-DOTA-PEG-BN(7-
14) and 64Cu-DOTA-Aoc-BN(7-14) at 2, 4, and
24 hours in normal, athymic nude mice are shown
in Figure 5. This shows that the only significant
differences in the uptake and retention between
64Cu-DOTA-PEG-BN(7-14) and 64Cu-DOTA-
Aoc-BN(7-14) were in the bone at 2 hours (p ,
0.03) and 24 hours (p , 0.02), the kidneys at 4
hours (p , 0.03), and the blood at 24 hours (p ,
0.04). Specific GRPR uptake for 64Cu-DOTA-
PEG-BN(7-14) and 64Cu-DOTA-Aoc-BN(7-14)
is only observed in the pancreas as shown in
Table 1. The pancreas is the only tissue that
shows a significant reduction (p , 0.005) 4 hours
after the injection of 64Cu-DOTA-PEG-BN(7-14)
or 64Cu-DOTA-Aoc-BN(7-14) upon co-injection
of an excess of Tyr4-BN.

DISCUSSION

The N-terminus of BN(7-14) was used for con-
jugation because the C-terminal amide is neces-
sary for receptor binding and the amide moiety
is not as amenable to conjugation as the amine
on the N-terminus. The overall yield of 16% for
DOTA-PEG-BN(7-14) was adequate for these
initial studies, but will need to be improved in
future studies requiring large amounts of prod-
uct. It should be noted that at a molecular level,
the PEG linker is a collection of molecules with
an average molecular weight of ,3,500 Da,
thereby the broad MALDI peaks of Figure 2.
This variation in PEG molecular weight, how-
ever, would be expected to have little effect on

in vitro binding, internalization, or in vivo phar-
macokinetics.

The in vitro binding of DOTA-PEG-BN(7-14)
to GRPR was lower than the binding of DOTA-
Aoc-BN(7-14) (Fig. 3). It is not unexpected that
the relatively large PEG moiety had an adverse
effect on the binding of BN(7-14) to GRPR. For
example, Wen et al. showed that conjugation of
PEG to a monoclonal antibody interfered with the
binding activity of the antibody.10 This example
shows that even when the PEG is small relative
to the targeting molecule (,4,000 Da PEG to
,150 kDa antibody) a negative effect on bind-
ing can occur. Of course, there were multiple
PEGs conjugated to the antibody, which also con-
tributes to the decrease in binding. To overcome
this problem, it may be necessary to develop PEG
linkers that can incorporate several BN analogues
in order to increase the valency and the affinity
of the conjugate. Lee et al. demonstrated that
PEG-sFv conjugates that contained multiple sFvs
had a higher affinity than conjugates that con-
tained a single sFv.9 Similarly, DeNardo et al.
evaluated PEG moieties that contained eight lym-
phoma specific binding peptides and demon-
strated that there was not a difference in cell bind-
ing or affinity when the size of the PEG was
increased. 33 Although the IC50 value was 43-
times lower for DOTA-PEG-BN(7-14) than for
DOTA-Aoc-BN(7-14), radiolabeling with 64Cu
was performed for further in vitro and in vivo
evaluation.

The internalization assay (Fig. 4) showed a de-
crease in surface bound and internalized radioac-
tivity for 64Cu-DOTA-PEG-BN(7-14) compared to
64Cu-DOTA-Aoc-BN(7-14) that is likely due to the
lower affinity of 64Cu-DOTA-PEG-BN(7-14) for
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Table 1. Biodistribution of 64Cu-DOTA-Aoc BN(7-14) (DOTA-BN) (n 5 5) and 64Cu-DOTA-PEG-BN
(7-14) (DOTA-PEG-BN) (n 5 3) in normal, athymic nude mice at 4 hours with and without coinjection of
100 mg of Tyr4-BN blocking agent. The data are expressed as %ID/g with standard deviation in parentheses.

Tisssue DOTA-BN DOTA-BN Block DOTA-PEG-BN DOTA-PEG-BN block

Blood 01.31 (0.38) 01.49 (0.24) 01.30 (0.39) 01.61 (1.12)
Liver 09.92 (1.57) 13.26 (4.32) 10.93 (1.49) 10.69 (3.76)
Sm Int 07.31 (1.11) 07.38 (2.22) 06.50 (1.51) 05.61 (2.51)
Spleen 03.04 (1.60) 02.23 (0.49) 03.79 (1.53) 02.03 (0.86)
Kidney 04.50 (0.59) 04.84 (0.89) 06.26 (1.35) 05.85 (0.80)
Muscle 00.59 (0.03) 00.57 (0.11) 01.25 (0.96) 00.79 (0.50)
Bone 01.67 (0.50) 01.32 (0.27) 02.73 (1.27) 02.00 (1.01)
Panceas 13.69 (1.99) 02.52 (0.52) 10.80 (3.11) 02.42 (1.29)



GRPR. Interestingly, although the affinity of 64Cu-
DOTA-PEG-BN(7-14) for GRPR is low, it still has
significant internalization that is decreased only
2.6-fold relative to 64Cu-DOTA-Aoc-BN(7-14) at
4 hours. This relatively small difference in inter-
nalization may be due to the fact that the assay was
performed with an approximately 10-fold excess of
the radiolabeled ligands over the number of recep-
tors. Studies using various concentrations of the ra-
diolabeled ligands may demonstrate more signifi-
cant differences that correlate with the differences
in IC50. An efflux assay of 64Cu-DOTA-Aoc-
BN(7–14) from PC-3 cells demonstrated a 62% de-
crease in cell-associated activity from 4–18 hours
(data not shown). This is similar to the 72% de-
crease of 64Cu-DOTA-Aoc-BN(7-14) in the pan-
creas from 4–24 hours in Figure 5. This indicates
that 64Cu is not well residualized in GRPR ex-
pressing tissues.

The biodistributions of 64Cu-DOTA-PEG-BN
(7-14) and 64Cu-DOTA-Aoc-BN(7-14) are shown
in Figure 5. We hypothesized that 64Cu-DOTA-
PEG-BN(7–14) would have a longer serum half-
life than 64Cu-DOTA-Aoc-BN(7–14) and would
thus have a higher blood concentration at the
early time points (2 hours and possibly 4 hours).
In addition, we anticipated that this longer serum
half-life would have an effect on the uptake and
clearance in other tissues. However, the differ-
ences in blood clearance were not observed as the
64Cu-DOTA-PEG-BN(7–14) cleared more rapidly
than expected. The reason for the rapid blood
clearance (, 2% ID/g remaining at 2 hours) of
64Cu-DOTA-PEG-BN(7–14) is likely due to the
fact that the size of the PEG linker was not large
enough to avoid rapid renal clearance. DeNardo
et al. evaluated lymphoma specific peptides con-
jugated to PEGs ranging in molecular weight
from 40 kDa to 150 kDa.33 This study showed
that the t1/2 in blood increased from 5.4 hours us-
ing a 40 kDa PEG conjugate to 17.7 hours for the
150 kDa PEG conjugate. This difference is likely
due to the fact that proteins with molecular
weights greater than 69 kDa are generally unable
to filter through the glomerular membrane, while
a protein of 30 kDa has a permeability of 50 per-
cent.34 Thus, future conjugates will consist of
PEG linkers in the 30–80 kDa range. It is antic-
ipated that conjugates within this range of mo-
lecular weights will increase their initial blood
concentration and thus alter their uptake and
clearance in other tissues (including tumors). In
this regard, DeNardo et al. also showed that the

tumor uptake increased as the molecular weight
of the PEG increased.33 We hypothesize that con-
jugates . 80 kDa would have serum half-lives
that are too long to have optimal tissue-to-blood
ratios. These studies will need to be conducted to
determine overall blood clearance and effect on
tissue-to-blood ratios. Of course, as mentioned
above, it may be necessary to incorporate several
BN analogues into the PEG linker to optimize the
affinity of the conjugate for GRPR.

It is interesting that the pancreatic uptake 
of 64Cu-DOTA-Aoc-BN(7–14) is only 1.3-fold
higher than the uptake of 64Cu-DOTA-PEG-
BN(7–14) due the lower affinity of DOTA-PEG-
BN(7–14) for GRPR. It has been shown by oth-
ers and by our group that the mouse pancreas has
a relatively low number of GRPR.30 We found
that the concentration of GRPR on the mouse
pancreas is 27 fmol/mg,30 while Fanger et al. re-
ported a similar level of 75 fmol/mg.35 Therefore,
due to the low specific activity of 64Cu-DOTA-
PEG-BN(7–14) and 64Cu-DOTA-Aoc-BN(7–14) a
relatively large amount of the peptides were in-
jected (41 pmol and 26 pmol, respectively) and no
difference in pancreatic uptake was observed. A
biodistribution study conducted with higher spe-
cific activity 64Cu-DOTA-Aoc-BN(7–14) (108
MBq/nmol; 2924 mCi/nmol), and thus a lower
amount of peptide administered (1.7 pmol vs.26
pmol), showed an increase in pancreatic uptake at
2 hours from 15.2% ID/g to 30.9% ID/g (data not
shown). It is anticipated that a higher specific ac-
tivity for 64Cu-DOTA-PEG-BN(7–14), allowing
the injection of less peptide, would not result in
higher pancreatic uptake due to the low affinity for
GRPR, although this will need to be demonstrated.

CONCLUSION

This study demonstrates that a peptide-PEG con-
jugate can be synthesized and radiolabeled with
64Cu. In particular, DOTA-PEG-BN(7–14) was
synthesized and shown to bind to GRPR-ex-
pressing PC-3 human prostate cancer cells. 64Cu-
DOTA-PEG-BN(7-14) was internalized into PC-
3 cells and demonstrated GRPR-specific uptake
in mouse pancreas after intravenous injection.
Future studies will evaluate the conjugation of
BN analogues with various molecular weight
PEG linkers to determine how the size of the PEG
linker alters the in vivo pharmacokinetics. In ad-
dition, the conjugation of several BN analogues
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to a PEG linker will be evaluated to determine if
this increases the affinity of the conjugate for
GRPR.

ACKNOWLEDGMENTS

We would like to thank Sheila Bright and
Synethia Kidd for their technical expertise in
conducting the animal studies. This work was
supported by a grant from the American Cancer
Society RPG-00-067-01-CCE thanks to a kind
gift from the F.M. Kirby Foundation. Copper-64
was provided by Washington University Medical
School and partially funded through an NCI grant
R24 CA86307.

REFERENCES

1. Knox SJ, Meredith RF. Clinical radioimmunotherapy.
Semin Radiat Oncol 2000;10:73.

2. LoBuglio AF, Wheeler RH, Trang J, et al. Mouse/hu-
man chimeric monoclonal antibody in man: Kinetics
and immune response. Proc Natl Acad Sci USA
1989;86:4220.

3. de Jong M, Valkema R, Jamar F, et al. Somatostatin re-
ceptor-targeted radionuclide therapy of tumors: pre-
clinical and clinical findings. Semin Nucl Med 2002;
32:133.

4. Waldherr C, Pless M, Maecke HR, et al. Tumor re-
sponse and clinical benefit in neuroendocrine tumors af-
ter 7.4 GBq 90Y-DOTATOC. J Nucl Med 2002;43:610.

5. Ryser HJ, Shen WC. Conjugation of methotrexate to
poly(L-lysine) increases drug transport and overcomes
drug resistance in cultured cells. Proc Natl Acad Sci
USA 1978;75:3867.

6. Bue P, Marquez M, Malmstrom PU, et al. The poten-
tial of radiolabeled EGF-dextran conjugates in the treat-
ment of urinary bladder carcinoma. Cancer 1997;80:
2385.

7. St’astny M, Strohalm J, Plocova D, et al. A possibility
to overcome P-glycoprotein (PGP)-mediated multidrug
resistance by antibody-targeted drugs conjugated to N-
(2-hydroxypropyl)methacrylamide (HPMA) copolymer
carrier. Eur J Cancer 1999;35:459.

8. Safavy A, Raisch KP, Khazaeli MB, et al. Paclitaxel de-
rivatives for targeted therapy of cancer: Toward the de-
velopment of smart taxanes. J Med Chem 1999;42:4919.

9. Lee LS, Conover C, Shi C, et al. Prolonged circulating
lives of single-chain Fv proteins conjugated with poly-
ethylene glycol: A comparison of conjugation chem-
istries and compounds. Bioconjug Chem 1999;10:973.

10. Wen X, Wu QP, Lu Y, Fan Z, et al. Poly(ethylene gly-
col)-conjugated anti-EGF receptor antibody C225 with

radiometal chelator attached to the termini of polymer
chains. Bioconjug Chem 2001;12:545.

11. Slavin-Chiorini DC, Kashmiri SVS, Lee H-S, et al. A
CDR-grafted (humanized) domain-deleted antitumor
antibody. Cancer Biother Radiopharm 1997;12:305.

12. Tahtis K, Lee FT, Smyth FE, et al. Biodistribution prop-
erties of (111)indium-labeled C-functionalized trans-
cyclohexyl diethylenetriaminepentaacetic acid human-
ized 3S193 diabody and F(ab’)(2) constructs in a breast
carcinoma xenograft model. Clin Cancer Res 2001;7:
1061.

13. Moody TW, Carney DN, Cuttitta F, et al. High affinity
receptors for bombesin/GRP-like peptides on human
small cell lung cancer. Life Sci 1985;37:105.

14. Radulovic S, Miller G, Schally AV. Inhibition of growth
of HT-29 human colon cancer xenografts in nude mice
by treatment with bombesin/gastrin releasing peptide
antagonist (RC-3095). Cancer Res 1991;51:6006.

15. Pinski J, Schally AV, Halmos G, et al. Somatostatin
analogues and bombesin/gastrin-releasing peptide an-
tagonist RC-3095 inhibit the growth of human glioblas-
tomas in vitro and in vivo. Cancer Res 1994;54:5895.

16. Qin Y, Ertl T, Cai RZ, et al. Inhibitory effect of
bombesin receptor antagonist RC-3095 on the growth
of human pancreatic cancer cells in vivo and in vitro.
Cancer Res 1994;54:1035.

17. Reubi JC, Wenger S, Schmuckli-Maurer J, et al.
Bombesin receptor subtypes in human cancers: Detec-
tion with the universal radioligand 125I-[D-TYR6, b-
ALA11, PHE13, NLE14] Bombesin(6-14). Clin Cancer
Res 2002;8:1139.

18. Safavy A, Khazaeli MB, Qin H, Buchsbaum DJ. Syn-
thesis of bombesin analogues for radiolabeling with
Rhenium-188. Cancer 1997;80:(suppl.) 2354.

19. Hu F, Cutler CS, Hoffman T, et al. Pm-149 DOTA
bombesin analogs for potential radiotherapy In vivo
comparison with Sm-153 and Lu-177 labeled DO3A-
amide-bAla-BBN(7-14)NH2. Nucl Med Biol 2002;29:
423.

20. Baidoo KE, Lin KS, Zhan Y, et al. Design, synthesis,
and initial evaluation of high-affinity technetium
bombesin analogues. Bioconjug Chem 1998;9:218.

21. Karra S, Schibli R, Gali H, et al. 99mTc-labeling and
in vivo studies of a bombesin analogue with a novel wa-
ter-soluble dithiadiphosphine-based bifunctional chelat-
ing agent. Bioconjug Chem 1999;10:254.

22. Breeman WAP, Hofland LJ, de Jong M, et al. Evalua-
tion of radiolabeled bombesin analogues for receptor-
targeted scintigraphy and radiotherapy. Int J Cancer
1999;81:658.

23. Breeman WAP, de Jong M, Bernard BF, et al. Pre-clin-
ical evaluation of [111In-DTPA-Pro1, Tyr4]bombesin, a
new radioligand for bombesin-receptor scintigraphy. Int
J Cancer 1999;83:657.

24. Van de Wiele C, Dumont F, Broecke RV, et al. Tech-
netium-99m RP527, a GRP analogue for visualization
of GRP receptor-expressing malignancies: a feasibility
study. Eur J Nucl Med 2000;27:1694.

33



25. Van de Wiele C, Dumont F, Van Belle S, et al. Is there a
role for agonist gastrin-releasing peptide receptor radioli-
gands in tumour imaging? Nucl Med Commun 2001;22:5.

26. Van de Wiele C, Dumont F, Dierckx RA, et al. Biodis-
tribution and dosimetry of 99mTc-RP527, a gastrin-re-
leasing peptide (GRP) agonist for the visualization of
GRP receptor-expressing malignancies. J Nucl Med
2001;42:1722.

27. La Bella R, Garcia-Garayoa E, Langer M, et al. In vitro
and in vivo evaluation of a 99mTc(I)-labeled bombesin
analogue for imaging of gastrin releasing peptide re-
ceptor-positive tumors. Nucl Med Biol 2002;29:553.

28. La Bella R, Garcia-Garayoa E, Bahler M, et al. A 99mTc-
postlabeled high affinity bombesin analogue as a po-
tential tumor imaging agent. Bioconjug Chem 2002;13:
599.

29. Breeman WAP, de Jong M, Erion JL, et al. Preclinical
comparison of 111In-labeled DTPA- or DOTA-bom-
besin analogs for receptor-targeted scintigraphy and ra-
dionuclide therapy. J Nucl Med 2002;43:1650.

30. Rogers BE, Bigott HM, McCarthy DW, et al. MicroPET
imaging of a gastrin-releasing peptide receptor-positive

tumor in a mouse model of human prostate cancer us-
ing a 64Cu-labeled bombesin analog. Bioconjug Chem
2003;14:756.

31. McCarthy DW, Shefer RE, Klinkowstein RE, et al. Ef-
ficient production of high specific activity 64Cu using
a biomedical cyclotron. Nucl Med Biol 1997;24:35.

32. Safavy A, Khazaeli MB, Kirk M, et al. Further studies
on the protein conjugation of hydoxamic acid bifunc-
tional chelating agents: Group-specific conjugation at
two different loci. Bioconjug Chem 1999;10:18.

33. DeNardo SJ, Yao Z, Lam KS, et al. Effect of molecu-
lar size of pegylated peptide on the pharmacokinetics
and tumor targeting in lymphoma-bearing mice. Clin
Cancer Res 2003;9:3854s.

34. Guyton AC, Wonsiewicz MJ. Formation of urine by the
kidney: I. Blood flow, glomerular filtration, and their
control. In: Guyton AC, Wonsiewicz MJ, eds. Textbook
of Medical Physiology. Philadelphia: W.B. Saunders,
1991:286.

35. Fanger BO, Wade AC, Cardin AD. Characterization of
the murine pancreatic receptor for gastrin releasing pep-
tide and bombesin. Reg Peptides 1991;32:241.

34


	In vitro and in vivo evaluation of a 64Cu-labeled polyethylene glycol-bombesin conjugate
	Please let us know how this document benefits you.
	Recommended Citation

	In Vitro and In Vivo Evaluation of a 64Cu-Labeled Polyethylene Glycol-Bombesin Conjugate

