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Accumulating evidence suggests that ephrin type B receptor 4
(EphB4) plays a key role in the progression of numerous cancer
types. In this study, we developed a series of ¢4Cu-labeled anti-
bodies for PET imaging of tumor EphB4 expression. Methods:
Anti-EphB4 antibodies (hAb47 and hAb131) were conjugated with
the 84Cu-chelator DOTA through lysine, cysteine, or oligosaccharide
on the antibody. DOTA-human IgG (hlgG) was also prepared as
a control, which did not bind to EphB4. The EphB4 binding activity
of these probes was evaluated through the bead-based binding
assay with EphB4-alkaline phosphatase. The resulting PET probes
were further evaluated in both HT29 (colorectal cancer) and MDA-
MB-231 (breast cancer) xenografts. Results: All 3 conjugation
methods retained most of the EphB4 binding activity of the anti-
bodies (83.85% = 3.82%, 76.25% *+ 5.90%, 98.93% =+ 3.75%, and
82.09% = 4.14% for DOTA-Lys-hAb47, DOTA-Cys-hAb47, DOTA-
Sug-hAb47, and DOTA-Lys-hAb131, respectively). Although DOTA-
Sug-hAb47 demonstrated the highest receptor binding activity
based on a EphB4 binding assay, the corresponding PET probe
was trapped in the liver quickly in vivo. In HT29 xenografts, both
84Cu-DOTA-Lys-hAb47 and 84Cu-DOTA-Cys-hAb47 demonstrated
prominent tumor accumulation, which reached a maximum at 48 h
after injection (18.13 * 1.73 percentage injected dose [%ID]/g and
11.81 = 2.05 %ID/g, respectively). In contrast, 64Cu-DOTA-Lys-
higG had a low tumor accumulation, thus demonstrating the target
specificity of EphB4-antibody-based probes. Moreover, %4Cu-
DOTA-Lys-hAb131 (29.48 *+ 2.60 %ID/g) demonstrated significantly
higher HT29 tumor accumulation than 64Cu-DOTA-Lys-hAb47.
64Cu-DOTA-Lys-hAb131 was also found to specifically accumulate
in the MDA-MB-231 tumor model (12.96 = 2.31 %ID/g). Conclusion:
We have demonstrated that EphB4 can serve as a valid target for
colorectal and breast cancer imaging. This approach would be valu-
able for evaluating disease course and therapeutic efficacy at the
earliest stages of anti-EphB4 treatment. Moreover, these newly de-
veloped probes may have important applications in other cancer
types overexpressing EphB4.
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Colorectal cancer is one of the leading causes of cancer-re-
lated death for both men and women in the United States, with
estimated new cancer cases and deaths in 2012 numbering
143,460 and 51,690, respectively (7). Colorectal cancer mortality
has remained high over the last 20 y because nearly half the cases
were not detected until the colorectal cancer had advanced to
a later, incurable, stage. Breast cancer is the most frequently diag-
nosed cancer for women in North America. The prognosis is favor-
able for women with clinically confined tumors at the time of
diagnosis, but mortality rates are greater than 80% when the tumor
has metastasized to distant sites (2). There is clearly a need to de-
velop new diagnostic and therapeutic methods for both colorectal
cancer and metastatic breast cancer. Recent advances in tumor bi-
ology allow for a more complete understanding of genetic and epi-
genetic changes in cancer development, metastasis, and progression,
thus providing unprecedented opportunities for the development of
noninvasive molecular imaging technologies for early detection and
treatment monitoring of colorectal cancer and breast cancer (3).
Ephrin and its receptors are the largest subfamily of receptor
tyrosine kinases. Ephrin receptors are divided into 2 subgroups:
EphA and EphB. EphB4, in particular, has been found to play
an important role in cell aggregation and migration, neural
development, embryogenesis, angiogenesis, and vascular devel-
opment (4-6). Not surprisingly, EphB4 was reported to be over-
expressed in many human tumor tissues such as breast (7), colon
(8-10), bladder (11), prostate (/2,13), and ovary (/4,15). Because
of the extremely important function and widespread expression of
EphB4 in colorectal cancer and breast cancer, therapies focusing on
this target have become potentially important components of cancer
treatment strategies (7,8,16). Therefore, an efficient imaging modal-
ity, such as PET or SPECT, coupled with suitably radiolabeled
EphB4 antibodies or EphB4 binding peptides, will provide important
information for assessing EphB4-targeted therapy. Furthermore, the
development of these novel imaging probes could lead to novel di-
agnostic methods for colorectal cancer and breast cancer, help us
better predict which patients and individual tumors are likely to
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respond to novel interventions targeting EphB4, and make it possible
to directly monitor the responses toward therapeutic interventions.

Recently, EphB4-specific mouse-originated monoclonal anti-
bodies have been developed to target the extracellular domain of
EphB4, which did not recognize other members of the ephrin
family (/7). One of these humanized antibodies, hAb47, binds to
fibronectinlike domain 2 of both human and murine EphB4 with
high affinity (0.8 nmol/L). The other humanized antibody, hAb131,
binds specifically to human EphB4 with similar binding affinity
(1.0 nmol/L). In this study, we investigated whether anti-EphB4
antibodies can be used for noninvasive imaging of EphB4 after
modification with 3 different methods.

MATERIALS AND METHODS

Unless noted otherwise, all chemicals were of analytic grade and
purchased from Sigma-Aldrich. DOTA analogs were purchased from
Macrocyclics, Inc. Size-exclusion PD-10 columns were purchased from
GE Healthcare. Monoclonal antibodies to EphB4 and EphB4-alkaline
phosphatase were kindly provided by Vasgene Therapeutics, Inc. Human
1gG (hlgG) was purchased from Rockland. CD31 antibody was from BD
Pharmingen. B-actin antibody was from Sigma-Aldrich. The secondary
antibodies goat antihuman Alexa Fluor 568 and goat antirat Alexa Fluor
488 were from Invitrogen. **Cu was obtained from Washington Univer-
sity and the University of Wisconsin. %*Cu was produced using the
%Ni(p,n)**Cu nuclear reaction and supplied in high specific activity as
%4CuCl, in 0.1N HCI.

Chemistry and Radiochemistry

Amino groups on the lysine side chain of hlgG, hAb47, and hAb131
were conjugated with DOTA (molar ratio, 1:20) to form DOTA-Lys-hIgG,
DOTA-Lys-hAb47, and DOTA-Lys-hAb131, respectively. In brief, DOTA-
N-hydroxysulfosuccinimidyl was synthesized in situ as reported previously
(18). Without purification, DOTA-N-hydroxysulfosuccinimidyl was cooled
to 4°C and added to the antibodies/hlgG at pH 8.5 (0.1 M borate buffer).
The reaction mixture was incubated at 4°C overnight. The DOTA
conjugated antibodies/hIgG were then purified using a PD-10 column
and concentrated by a Centricon filter (Millipore). The final concen-
tration measurement was based on ultraviolet absorbance at 280 nm
using unconjugated antibody of known concentrations as a standard.

To synthesize DOTA-Cys-hAb47, an aqueous solution of hAb47 (500
rg) was mixed with 5 pL of 100 mM tris(2-carboxyethyl)phosphine in
phosphate-buffered saline (PBS) for 1 h. Maleimido-monoamide-
DOTA was added to the reaction mixture in a molar ratio of 1:20.
After 30 min, the final product (DOTA-Cys-hAb47) was purified by
a PD-10 column and concentrated by a Centricon filter. The final
concentration measurement was based on ultraviolet absorbance at
280 nm using an unconjugated antibody of known concentrations as
a standard.

hAb47 (500 wg) was dissolved in 10 mM freshly prepared sodium
periodate solution (200 pL) in sodium acetate buffer (pH 5.5).
After 20 min, the oxidation product, Sug-hAb47, was purified by
a PD-10 column. DOTA-hydrazide was prepared in situ by mixing
DOTA-NHS and adipic acid dihydrazide at room temperature for 1 h
with 1:2 reaction ratio in borate buffer (pH 8.5). Without purification,
20 equivalents of DOTA-hydrazide were added to Sug-hAb47 at pH
7 (phosphate buffer). After 5 h of incubation, the conjugate, DOTA-
Sug-hAb47, was purified by a PD-10 column and concentrated by
a Centricon filter. The final concentration measurement was based
on ultraviolet absorbance at 280 nm using an unconjugated antibody
of known concentrations as a standard. The isotopic dilution method
was used to determine the DOTA number for each conjugate (Supple-
mental Table 1; supplemental materials are available online at http://
jnm.snmjournals.org).

All %Cu labeling reactions were performed using the same pro-
tocol. In brief, 25-50 pg of the antibodies were loaded to ®*CuCl,
(37-74 MBq %Cu per 25 pg antibody). The reaction mixture was
incubated for 1 h at 40°C with constant shaking. The ®*Cu-labeled
antibody conjugates were then purified by a PD-10 column using
x1 PBS as the mobile phase. The radioactive fraction containing
%4Cu-DOTA product was collected for further in vitro and in vivo
experiments.

Binding Activity Assay

The EphB4 binding affinity of DOTA-Lys-hlgG, DOTA-Lys-hAb47,
DOTA-Lys-hAb131, DOTA-Cys-hAb47, and DOTA-Sug-hAb47 was
evaluated through the bead-based binding assay with EphB4-alkaline
phosphatase. EphB4-alkaline phosphatase was incubated with each of
these immobilized on protein G-agarose (5 pL/tube) for 1 h. Unbound
proteins were removed by washing twice with PBS, and precipitated al-
kaline phosphatase activity was detected with para-nitrophenylphosphate.
The EphB4 binding activity of unmodified hAb47/hAb131 and hIgG was
also evaluated as a positive and negative control, respectively.

Small-Animal PET and Image Analysis

Human breast cancer cell lines (MDA-MB-231) and human colorectal
cancer cell lines (HT29) were obtained from American Type Culture
Collection and maintained under standard conditions. All animal
experiments were performed under a protocol approved by the University
of Southern California Institutional Animal Care and Use Committee.
Tumor models were established in 4- to 6-wk-old female athymic nude
mice obtained from Harlan. For the colorectal tumor model, 2 x 10°
HT29 cells suspended in 100 nL of PBS were injected into the front
flank of the mice subcutaneously. For the breast cancer orthotopic model,
2 x 10° MDA-MB-231 cells suspended in 100 L of PBS were injected
into the mammary fat pad subcutaneously. The mice were used for small-
animal PET imaging studies when the tumor volume reached 0.4-0.6 cm
in diameter (24 wk after inoculation of the cancer cells).

PET scanning and image analysis were performed using a micro-
PET R4 rodent model scanner (Siemens Medical Solutions) as
previously reported (/9,20). A 3.7-7.4 MBq dose of PET probe was
intravenously injected into each mouse under isoflurane anesthesia.
Static scans were acquired at 1, 24, and 48 h after injection. The
images were reconstructed by 2-dimensional ordered-subsets expec-
tation maximum. For each small-animal PET scan, regions of interest
were drawn over the tumor, normal tissue, and major organs on decay-
corrected whole-body coronal images. The radioactivity concentration
(accumulation) within a tumor was obtained from the mean value
within the multiple regions of interest and then converted to percent-
age injected dose (%ID)/g (21). For both HT29 and MDA-MB-231
tumor models, %Cu-DOTA-hIgG was used as the control to confirm
the receptor specificity of *Cu-labeled anti-EphB4 antibody.

Sodium Dodecyl Sulfate Polyacrylamide Gel Electrophoresis
(SDS-PAGE) and Western Blotting

Three micrograms of hAb47, DOTA-lys-hAb47, DOTA-cys-hAb47,
or DOTA-Sug-hAb47 were mixed with Laemmle buffer (BioRad)
without dithiothreitol and heated at 70°C for 10 min. The samples
were fractionated on a 4%-20% Tris-glycine gradient gel (Bio-Rad).
Then, the gel was stained with Coomassie blue and scanned in an 800-
nm channel with an Odyssey infrared imager (LI-COR).

Proteins extracted from tumor cells were resolved on 4%-20%
SDS-PAGE and transferred onto polyvinylidene difluoride membrane
(Bio-Rad). Nonspecific binding was blocked with 5% nonfat dry milk
in Tris-buffered saline with 0.1% Tween-20. Membranes were first
probed with primary antibody overnight at 4°C, washed and probed
with the IRDye 800 secondary antibody for 1 h at room temperature,
and scanned with an Odyssey infrared imager.
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SONa reduction of disulfide bonds, free sulthydryl
. groups of hAb47 molecule were available
o for conjugation with DOTA-maleimide,
o o \ o iy | resulting in DOTA-Mal-hAb47. The third
HoocﬁN,’ﬁN /_<o HOOCﬁNj_,\\J/_g/ i conjugation method was performed through
[ ] W [ j the conjugation with oxidized oligosaccha-
Hooc—/N\_?¥COOH HOOC—/N\_?\_COOH ride, which resulted in DOTA-Sug-hAb47
Ao o (Fig. 1). The number of DOTA per antibody
ﬁ:ﬁ was determined to be between 0.93 =
o N W 0.18 and 3.58 *= 0.34 (Supplemental
HOOE NH o i 81 Table 1). Fast protein liquid chromatog-
le,ﬁr"/_'&o HOOCKNIﬂN raphy analysis found no apparent aggre-
EN Nj pH 7.0 [ j . gation after DOTA conjugation of the
HOOC—"__/™—cooH Hooc—"\  \_coon antibodies (Supplemental Figs. 1-3). The
radiolabeling step took approximately
Vi o /I/O 90 min for each antibody, and the radio-
Ham N Naol, B oW OH chemical yields for ®*Cu-DOTA-Lys-hlgG,
oH PHSS OH 04§/0 QAL 4Cu-DOTA-Lys-hAb47, 64Cu-DOTA-Lys-
(ﬁro\‘ ) hAb131, ¢4Cu-DOTA-Cys-hAb47, and
S0 HaN-NH — N 64Cu-DOTA-Sug-hAb47 were 65%, 74%,

HN-NH O _— (é; 78%, 85%, and 80%, respectively.

o] N‘o o NH o N‘:H - .
HooG—_ [\ — Qs -_re j_\o NH Hooc—, [\ Binding Act|V|ty.of D-OTA

NONS o d wm, N N M N] o Monoclonal Antibodies to EphB4
EN Nj pHT’ ] N N To study the impact of DOTA conju-
HOOC—"|__/~—cooH HOOCJNJ¥COOH HOOC—"|__/™>—cooH gation on EphB4 binding ability, a binding
activity assay was performed. After modi-
FIGURE 1. Schematic illustration of antibody conjugation with DOTA via amino group, fication, DOTA-Lys-hAb47 and DOTA-

sulfhydryl group on cysteine side chain, and aldehyde-dihydrazide coupling after oxidation

of sugar moiety on antibody by sodium periodate.

Immunofluorescence Staining

For the antibody distribution assay, 30 pg of DOTA-lys-hlIgG,
DOTA-lys-hAb47, or DOTA-lys-hAbl131 were injected via the tail
vein into each mouse bearing HT29 tumor. At 48 h after injection,
the mice were euthanized and the tumors dissected. Frozen sections
of tumors (5 wm) were fixed in 4% paraformaldehyde (Electron Mi-
croscopy Sciences) and blocked with 10% normal goat serum (Invi-
trogen). Sections were then incubated with anti-CD31 primary anti-
body overnight at 4°C, followed by the corresponding secondary
antibody for 1 h at room temperature. Subsequently, the slides were
covered with Vectashield mounting medium (Vector Labs) with
4,6-diamino-2-phenylindole and images were obtained with an
Eclipse 80i fluorescence microscope (Nikon). Secondary antibody
goat antihuman Alexa Fluor 568 and goat antirat Alexa Fluor
488 were used to detect antibodies (hIgG, hAb47, or hAbl31)
and CD31, respectively.

Statistical Analysis

Quantitative data are expressed as mean = SD. Means were com-
pared using 1-way ANOVA and the Student 7 test. P values of less than
0.05 were considered statistically significant.

RESULTS

Chemistry and Radiochemistry

hAb47 was conjugated with ®*Cu chelator through 3 methods.
Each hAb47 molecule has 4 terminal amino groups and several
lysine side chain amino groups available for conjugation with
DOTA-N-hydroxysulfosuccinimidyl, which would lead to DOTA-
Lys-hAb47. DOTA-Lys-hIgG and DOTA-Lys-hAb131 were
prepared using the same procedure. Alternatively, after partial
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Cys-hAb47 had comparable EphB4 binding
activities (83.85% * 3.82% and 76.25% =
5.90%, respectively). In contrast, DOTA-
Sug-hAb47 maintained 98.93% = 3.75%
EphB4 binding activity and DOTA-Lys-hIgG had minimal binding
toward this target. Moreover, 82.09% = 4.14% EphB4 binding
affinity was maintained for DOTA-Lys-hAb131, which binds to
the fibronectinlike domain 2 of EphB4 receptor. The binding assay
showed that DOTA-Sug-hAb47 provides significantly higher binding
affinity than do DOTA-Lys-hAb47 and DOTA-Cys-hAb47 (P <
0.05) (Fig. 2A). The molecular weight study showed that DOTA-
Cys-hAb47 via the reduction of disulfide bonds broke into the unique
parts of the antibody whereas DOTA conjugation via lysines and
sugar oxidation kept the antibody intact (Fig. 2B).

EphB4 Expression on Cell Lines

Measured by Western blotting, EphB4 expression levels were
determined in a human breast cancer cell line (MDA-MB-231) and
a human colorectal cancer cell line (HT29). Among these 2 cell
lines, HT29 demonstrated the higher EphB4 expression (Figs. 2C
and D). Immunofluorescence EphB4/CD31 staining revealed that
EphB4 expression was prominent on HT29 tumor, as compared
with MDA-MB-231 (Supplemental Fig. 4). In this study, HT29
and MDA-MB-231 tumor xenografts were both used for the fol-
lowing in vivo evaluation of ®*Cu-labeled antibodies to test the
relationship between EphB4 expression and corresponding tumor
uptake.

Small-Animal PET Imaging of EphB4

The tumor targeting efficacy of ®*Cu-labeled hAb47 was eval-
uated by multiple-time-point static small-animal PET scans in
HT?29 tumor-bearing mice (n = 3/tracer). Representative decay-
corrected coronal small-animal PET images at different time
points after injection are shown in Figure 3. Although DOTA-
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?E H- i . - ) = W 130K Immunofluorescence Staining
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E strated higher targeting efficiency than
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MDA-MB-231 HT29 caused by a different targeting site on

FIGURE 2.

lines.

Sug-hAb47 demonstrated the highest EphB4 binding affinity in
vitro, %*Cu-DOTA-Sug-hAb47 was quickly trapped in mouse liver
in vivo, significantly reducing the amount of probe circulating in
the blood. In fact, tumor uptake of **Cu-DOTA-Sug-hAb47 was
only 3.89 = 0.72, 7.60 = 0.79, and 9.54 * 0.59 %ID/g at 1, 24,
and 48 h after injection. At 1 h after injection, both 4*Cu-DOTA-
Lys-hAb47 and %*Cu-DOTA-Cys-hAb47 were circulating mainly
in the blood pool. The tumors were clearly visualized, with high
tumor-to-background contrast at late time points. The activity ac-
cumulation of %*Cu-DOTA-Lys-hAb47 (18.13 + 1.73 %ID/g 48 h
after injection) in HT29 tumor was significantly higher (P =
0.015) than that of %*Cu-DOTA-Cys-hAb47 (11.81 = 2.05
%1D/g). No significant difference in liver (P = 0.100) or kidney
(P = 0.661) uptake was observed between these 2 probes. On
the basis of these results, we focused on Lys modification in the
following studies.

Development of **Cu-DOTA-Lys-hAb131 was based on an anti-
body that will internalize after binding to the receptor. In contrast,
hAb47 does not internalize after binding to the receptor (/7). In the
HT29 tumor model, *Cu-DOTA-Lys-hAb131 demonstrated signif-
icantly higher tumor uptake (21.90 * 1.93 and 29.48 = 2.60 %ID/g
at 24 and 48 h after injection, respectively) than did **Cu-DOTA-
Lys-hAb47 (16.00 = 1.88 and 18.13 = 1.73 %ID/g at 24 and 48 h
after injection, respectively; P = 0.019 and 0.003, respectively)
(Figs. 4 and 5). *Cu-DOTA-Lys-hAb131 was also evaluated in
the MDA-MB-231 breast cancer model (Fig. 4), with uptake of
6.56 = 1.14, 10.07 = 1.77, and 12.96 = 2.31 %ID/g at 1, 24, and
48 h after injection, respectively. To confirm the target specificity
of %*Cu-labeled hAb47 and hA131, 8*Cu-DOTA-Lys-hlgG was pre-
pared and imaged in HT29 and MDA-MB-231 tumor models. With-
out EphB4-targeting capability, ®*Cu-DOTA-Lys-hIgG demon-
strated 6.83 £ 2.09 %ID/g uptake in HT29 tumor and 6.92 * 1.07

(A) Binding activity of manipulated hAb47 and hAb131 antibodies to EphB4
receptor. (B) Molecular weight study of DOTA-conjugated hAb47 by SDS-PAGE. Positions
of molecular weight markers are given on right. Position of intact hAb47 is shown on left.
(C) EphB4 protein levels were determined by Western blotting in MDA-MB-231 and HT29
cell lines. (D) Ratios of EphB4 concentration to B-actin in MDA-MB-231 and HT29 cell

EphB4. The targeting site of mAbl131 is
at the upper site of the transmembrane re-
ceptor; presumably, mAb131 has a better
chance to interact with EphB4 because of
the much lower steric hindrance (Supple-
mental Fig. 5). The negative control hlgG
showed minimal distribution in HT29 tu-
mor, clearly demonstrating the target spec-
ificity of EphB4-targeted probes. Vessels and macrophages are im-
portant components besides tumor cells in tumor tissues (22,23).
Therefore, colocalization of antibodies and vessels or macrophages
could help better elucidate the antibody distribution pattern in tumor
tissues. CD31 is a marker of both vascular endothelial cells and mac-
rophages (24,25). The absence of overlap between antibodies (hlgG,
hAb47, or hAb131) and CD31 shown in Figure 6 further demonstrates
that hAb47 and hAb131 bind specifically to HT29 tumor cells.

DISCUSSION

Accumulating evidence suggests that EphB4 plays a key role in
the progression of numerous cancer types. In fact, therapies
focusing on EphB4 have become potentially important compo-
nents of strategies for treating various types of cancer, including
colorectal cancer and breast cancer. The ability to image EphB4 in
vivo could therefore be valuable for the sensitive detection of
lesions, prognostic evaluation, selection of patients for clinical
trials, better treatment monitoring and dose optimization, and elu-
cidation of the mechanisms of treatment efficacy underlying the
relevant signaling pathways (26).

Previously, the development of peptide-based probes for EphB4-
targeted imaging has been based on 12-mer peptides identified by
phage display technology (27-29). However, both absolute tumor
uptake and the pharmacokinetics of these probes need to be further
improved. Antibodies are considered as potentially the most specific
probes for imaging because they offer an unmatched ability to bind
selectively to any target (30). Recently, anti-EphB4 antibodies have
been obtained for EphB4 binding with 1 nM affinity. Because the
antibody has much higher EphB4 binding affinity and specificity
than does small peptide, increased tumor uptake may result. More-
over, the antibody-based imaging probes would be more suitable for
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FIGURE 3. (Left) Decay-corrected whole-body coronal small-animal PET static scans of mice bearing HT29 tumors. Images were

obtained at 1, 24, and 48 h after injection of 84Cu-DOTA-Cys-hAb47 (A), 84Cu-DOTA-Lys-hAb47 (B), $4Cu-DOTA-Sug-hAb47 (C), and
84Cu-DOTA-Lys-hlgG (D). Tumors are indicated by arrows. (Right) Quantification of radioactivity in major organs.

patient screening as they are closely related to the antibody drug to
be used in immunotherapy. In this study, we developed a series of
EphB4-targeted PET probes based on 2 anti-EphB4 monoclonal
antibodies, hAb47 and hAb131 (7).

In the initial study, hAb47 was conjugated with DOTA chelator
through 3 different methods using the amino groups on the lysine
side chain, the sulfhydryl group on cysteine after partial reduction
of disulfide bonds, and the aldehyde groups after oxidation of
oligosaccharide. SDS-PAGE showed that amino modification and
oligosaccharide oxidation have a minimal effect on the integrity of
the antibody, whereas cysteine modification has broken the antibody

1098

into small parts through the use of tris(2-carboxyethyl)phosphine (Fig.
2B). The EphB4 binding assay showed that modifications through
lysine (DOTA-Lys-hAb47) and cysteine (DOTA-Cys-hAb47) reduced
the target binding affinity by only around 20% when the reaction
conditions were controlled carefully. As expected, we did not observe
an obvious reduction in EphB4 binding when the conjugation was
performed at the oligosaccharide site (DOTA-Sug-hAb47). A high
radiolabeling yield was obtained for antibodies modified through all
3 conjugation methods. With these promising results at hand, we
further tested the PET probes in a HT29 tumor model. Although
DOTA-Sug-hAb47 had the highest EphB4 binding affinity, we were
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FIGURE 4.

(Left) Decay-corrected whole-body coronal small-animal PET static scans of mice bearing HT29 tumors (A) or MDA-MB-231

tumors (B and C). Images were obtained at 1, 24, and 48 h after injection of 8#Cu-DOTA-Lys-hAb131 (A), 64Cu-DOTA-Lys-hAb131 (B), and
64Cu-DOTA-Lys-hIgG (C). Tumors are indicated by arrows. (Right) Quantification of radioactivity in major organs.

surprised to find that %*Cu-DOTA-Sug-hAb47 had a circulation profile
very different from that of the other 2 probes (Supplemental Fig. 6).
%4Cu-DOTA-Sug-hAb47 cleared quickly from the blood pool and had
much lower uptake in HT29 tumors at all time points tested. In anti-
bodies, glycosylation of the CH, domain through the attachment of
oligosaccharides at asparagine 297 is a unique feature. Structural
studies indicate that the complex oligosaccharides at asparagine 297
in antibodies are sequestered between the polypeptide chains in the
CH2 domain (37,32). This characteristic could avoid rapid clearance
of antibodies from the circulation by carbohydrate-specific recognition
systems in hepatic and reticuloendothelial tissue (33-35). Presumably,
the rapid clearance of DOTA-Sug-hAb47 from blood in this study
may have been due to exposure of galactose residues from the CH2
domain of antibodies after DOTA conjugation. Both ¢4Cu-DOTA-
Lys-hAb47 and %*Cu-DOTA-Cys-hAb47 demonstrated prominent
HT29 tumor uptake at 24 and 48 h after injection. In our following
studies, we focused mainly on ®Cu-DOTA-Lys-hAb47, for which
the preparation procedure not only is relatively simple but also main-
tains the integrity of the antibody. For ®*Cu-DOTA-Lys-hAb47, both
hAb47-EphB4 interaction and the enhanced-permeability-and-reten-
tion effect could contribute to tumor uptake (36). To estimate the
specific targeting attributed to antibody—antigen interaction,

64Cu-DOTA-Lys-hIgG was synthesized as the control (to evaluate
passive targeting). Tumor uptake of %*Cu-DOTA-Lys-hIgG was
comparatively low at all time points examined, thus demonstrating
the targeted specificity of **Cu-DOTA-Lys-hAb47.

In addition to being evaluated in the HT29 tumor model, *Cu-
DOTA-Lys-hAb131 was also evaluated in MDA-MB-231 tumor

40-
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FIGURE 5. HT29 tumor and major organ uptake of 64Cu-DOTA-
Lys-hAb47 and 84Cu-DOTA-Lys-hAb131 at 48 h after injection. Data
are expressed as average *+ SD (n = 3).
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FIGURE 6.

Immunofluorescence staining of antibodies and CD31

in HT29 tumor tissues. Images were obtained under identical con-
ditions and displayed at same magnification and scale (x200). Scale
bar is 100 wum. DAPI = 4,6-diamino-2-phenylindole.

(breast cancer). At 24 and 48 h after injection, **Cu-DOTA-Lys-

hAb131

demonstrated prominent tumor uptake significantly

higher than that of *Cu-DOTA-Lys-hIgG control. We also noticed
that the MDA-MB-231 tumor had significantly lower tumor up-
take than did HT29 tumor (P < 0.05), as could be caused by the
difference in EphB4 expression level between these 2 tumor mod-
els (Fig. 2C). However, further investigation is needed to validate
this statement since these 2 tumor models were established differ-
ently (subcutaneous vs. orthotopic).

CONCLUSION

We have described the in vitro and in vivo distribution of %*Cu-

labeled hAb47 and hAb131 antibodies in colorectal cancer and
breast cancer models. This approach would be valuable for evaluat-
ing the pharmacokinetics, tumor-targeting efficacy, dose optimiza-
tion, and dose interval of hAb47 and hAb131 antibody-based cancer
therapeutics. Moreover, these newly developed probes might have
important applications in other cancer types overexpressing EphB4.
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